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Abstract

Pain during early life can affect the developing central nervous system, leading to
altered neural function in the adult organism. In this thesis, | investigate the long-term
effects of repeated early pain on reward-related processing in the adult rat. |
hypothesised that the reward system was likely to be sensitive to early activation of pain
pathways, as the brain systems involved in both pain and reward overlap extensively,
and virtually al centrally acting analgesic drugs are aso drugs of reward.

To begin, | investigate the extent to which the developing reward system is activated by
a classic analgesic and drug of abuse, morphine. Comparing neonatal and adult
activation of the dopaminergic system, results show that a single morphine challenge
activates neonatal reward pathways, but that there are qualitative differences in the
neonatal response to repeated morphine. Next, | show how reward-related behaviours of
adult animals repeatedly injured as neonates differ from those of uninjured littermates,
and finally propose the lateral hypothalamic orexin system as a biomarker reflecting this
behaviour. The results provide evidence that neonatal injury interferes with the normal
development of reward systems during a critical period of development, resulting in

characteristic changes in reward behaviour and cell signalling in the adult animal.
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Introduction

1 Introduction
The experiments presented in this thesis are designed to investigate the long-lasting

effects of repeated pain during early development on adult reward-related processing in
the rat. Human data has clearly shown that pain during childhood, particularly in very
young and premature neonates, can cause changes in sensory and nociceptive
processing in the older child that can persist into adulthood. Pain processing is
intricately linked with reward processing in a number of ways, and so the central
hypothesis tested in this thesis is that exposure to injury in infancy will ater CNS
reward processing in adult rats, and that this will be reflected in reward behaviours and

the neurobiological reward signalling in the adult brain.

1.1 The problem of early pain

Pain at any age is unpleasant, yet most adult humans have methods of treating this pain,
either by requesting or taking medication, or by engaging internal coping mechanisms
that can help diminish the emotional, affective components of pain. However, young
human infants do not have the abilities to either self-administer nor to engage executive
coping mechanisms. Pre-verbal infants cannot report an internal pain state, meaning the

responsibility for pain relief must come from the carer or clinician.

Over the past 20 years, there has been an increase in the incidence of premature birth
(Langhoff-Roos et al., 2006), and the technology to aid survival has meant that infants
as young as 24 weeks post-menstrua age (PMA) can survive and develop in the
neonatal intensive care unit (NICU). However, the NICU is a very different
environment to the womb, and premature infants are exposed to a mass of stressful
stimuli such as light, noise, tactile stimulation, surgery, medication, and maternal
separation that could feasibly affect development (see Grunau et al., 2006). Evidence
exists to show that very young neonates can respond to pain, and also that pain during
this vulnerable time of development can cause long-term alterations in pain processing,
extending well into childhood and adulthood (see Fitzgerald, 2005; Fitzgerald and
Walker, 2009; La Prairie and Murphy, 2010 for reviews).
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1.1.1 Pain management in neonates

Treatment of pain in neonates is a clinical challenge for a number of reasons. Firstly,
pre-verbal infants cannot report their pain experience, so surrogate measures of pan
must be taken in order to decide upon the appropriate treatment. In older infants, visual
analogue scales (VAS) and self-report measures can be used for pain measurement,
although these rely on a certain level of cognitive development for optimal usefulness
(see Howard, 2003).

Pain measures in pre-verbal neonates that are used in clinical practice are based upon
behavioural and physiological reactions to a noxious stimulus, and include monitoring
gross body movements, muscle and limb reflex withdrawal magnitude, heart rate and
blood pressure, cerebral haemodynamic responses, and facial grimacing (see Fitzgerald
and Walker, 2009). These measures are incorporated into assessment tools, and current
tools include the Premature Infant Pain Profile (PIPP), the Neonatal Infant Pain Scale
(NIPS), and the Behavioural Indicators of Infant Pain (BIIP), anongst others (Holsti
and Grunau, 2007; Shah and Ohlsson, 2007). Whilst pain scales have been validated for
older children (von Baeyer and Spagrud, 2007) and neonates (Grunau et a., 2006), there
is no ‘gold standard’ as yet for pain assessment in neonates. As there can be a robust
activation of the cerebral cortex after noxious stimulation, but no facial pain response at
al (Slater et a., 2008), this suggests that measures are best taken in conjunction with
each other to enable adequate treatment of vulnerable infants (see Howard, 2003).

Further difficulties in treatment arise through differences in CNS organisation and
synaptic organisation between neonates and adults: dosage, metabolism of medication,
efficacy and specificity of action are all affected by brain development (see Walker,
2008).

Current treatments to manage pain in neonates include systemic opioids such as
morphine, and use of epidura analgesia administration, delivered directly into the
cerebrospina fluid surrounding the spina cord, is often employed for post-operative
pain (Murat et a., 1987). In addition, morphine is used in the NICU to provide sedation
in neonates requiring mechanical ventilation, to improve tolerance of ventilation and

comfort of the infant, although further research on its use in this situation has been
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recommended (Bellu et al., 2008). Opioids are the most frequent form of analgesia used
in the NICU, with analgesiararely given for non-surgical invasive procedures (Johnston
et al., 1997).

Regional nerve blocks with local anaesthetic can be used for minor procedures, as can
the application of topical local anaesthetics such as lidocaine, in combination with
opioids or paracetamol if necessary (Howard, 2003), but the efficacy and benefits of
non-steroidal anti-inflammatory drugs (NSAIDS) is unclear in neonates and infants less
than 3 months old so their use is not as widespread (see Fitzgerald and Walker, 2009).
The stress and/or pain of procedures such as heel lance (to take blood), which can be
performed multiple times a day, can be alleviated by comfort measures such as non-
nutritive suckling or sucrose given shortly before the procedure (Blass and Watt, 1999;
Stevens et a., 2004; Stevens et al., 2010), as can cuddling, swaddling, and tactile
stimulation (Howard, 2003; D'Apolito, 2006). In older children, distraction techniques
and teaching of coping skills can be helpful for pain management. For example, a recent
systematic review has indicated that cognitive behavioura therapy is effective in
treatment of headache in children and adol escents (see Eccleston et al., 2003).

1.1.2 Early pain in humans causes long-term alterations in pain

circuitry and sensitivity

Evidence suggests that repeated pain during the neonatal period and childhood can
cause long-lasting effects on sensory and pain processing (Grunau et al., 1994;
Oberlander et al., 2000; Grunau et a., 2001; Grunau et a., 2007). Effective pain
management in neonates therefore becomes important to minimise the consequences of
early pain experience. In a clinical setting, multiple painful procedures may be
performed daily for routine monitoring i.e. heel lance, to monitor blood oxygenation
levels of very young infants. Simons et a (2003) found that, during the first 14 days of
NICU admission, neonates were subject to an average of 14 potentially painful
procedures per day. A more recent study (Carbga et al., 2008) confirmed these
findings, showing that neonates were exposed to an average of 16 painful and/or
stressful procedures, and that up to 80% of neonates were not given specific analgesia

for these procedures.
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Taddio and colleagues (1997) studied male infants that had been circumcised when they
were vaccinated at 4-6 months. Infants who had been treated with a topical anaesthetic
(EMLA cream) when circumcised showed a lower pain score than those who received
no anaesthetic, and the circumcised groups showed higher pain scores than
uncircumcised controls. This double-blind, randomised, controlled trial (RCT), together
with an earlier paper showing that parental ratings of pain sensitivity were lower at 18
months of age in infants born at extremely low birth weights (Grunau et a., 1994),
highlighted the potential consequences of early pain, and the importance of neonatal

analgesia

Premature infants with NICU experience show lasting behavioural sensitivity to
mechanical stimuli that persists for at least the first year of life (Abdulkader et dl.,
2007), and longitudinal studies find evidence for alterations in sensory processing in ex-
NICU children at school age (9-12 years)(Hermann et al., 2006; Hohmeister et a.,
2008). Buskila and colleagues (2003) showed ex-premature 12-18 year olds had
significantly more ‘tender points and lower tenderness thresholds than matched full-
term children, and Walker et a (2009a) recently presented data from a cohort of
extremely preterm infants born at less than 26 weeks PMA in 1995 (the UK EPICure
cohort); quantitative sensory testing (QST) in these children showed that ex-premature
children had decreased sensitivity to thermal stimuli, but no differences in mechanical
sensitivity when tested at the thenar eminence (at the base of the thumb). Decreases in
mechanical and thermal sensitivity were found adjacent to neonatal thoracotomy scars,
although no differences between ex-premature and term children were seen in current
pain experience or pain coping styles. This decrease in baseline sensitivity both globally
and at the site of scarring is replicated by evidence in children aged 9-12 who had
undergone neonatal cardiac surgery (Schmelzle-Lubiecki et al., 2007). Local sensitivity
changes are proposed to be due to atered peripheral pain processing, and global
changes in thermal and mechanical sensitivities due to centrally-mediated alterations in
nociceptive pathways (Walker et a., 2009a).
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1.1.2.1 Effects are mediated by alterations in central nociceptive
processing

Evidence for centrally-mediated alterations in pain processing after neonatal injury is
provided by studies investigating pain responses to noxious stimuli, or anew injury, in
post-premature or post-NICU children. Hermann and colleagues (2006) showed that
post-NICU premature infants had decreased thermal sensitivity and enhanced perceptual
sensitisation to a prolonged heat stimulus when tested at 9-12 years of age, compared to
non-hospitalised control children. Furthermore, these children were more likely to
catastrophise (exaggerate the negative aspects of the pain experience) and did not show
increased pain thresholds when in the presence of their mothers, unlike full-term control
children with no NICU experience (Hohmeister et al., 2008).

Major surgery to infants within the first three months of life caused an increase in pain
sensitivity when infants underwent subsequent surgery in either the same or a different
dermatome (an area of skin supplied by a single spinal nerve) at a later date (Peters et
al., 2005). In this study, pain sensitivity was measured by noradrenaline plasma
concentrations and anaesthetic demand during surgery, and observation and self-report
measures plus morphine intake post-surgery. Anaesthetic and analgesic demand was
highest in children with later surgery in the same dermatome, but was also higher when
surgery was performed in a different dermatome compared to infants with no surgical
history, suggesting changes in both spina and supraspinal processing following

neonatal surgery.

However, the severity and type of injury during infancy can produce differing long-term
effects. Deep somatic and visceral noxious stimulation, such as that described by Peters
et a (2005), may lead to sensitisation of pain responses, but acute inflammatory types of
neonatal noxious stimulation, such as heel lance, may lead to reduced nociceptive
responsiveness (see La Prairie and Murphy, 2010). To illustrate, heel lancing led to
dampened behavioural responses in infants at 32 weeks post-conceptional age, with a
larger degree of hypo-responsiveness in neonates with a greater number of previous
invasive procedures (Grunau et al., 2001). A dampened response, as seen by decreased
facia responsiveness to immunisation and blunted nociceptive sensitivity to everyday

bumps, has also been seen in older infants at 4, 8, and 18 months of age in ex-preterm
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neonates compared to full-term controls (Oberlander et a., 2000; Grunau et al., 1994).
This dichotomy is also illustrated by a study of school-age children (9-16 years) who
had suffered moderate or severe burn injuries in infancy (6-18 months of age)
(Wollgarten-Hadamek et a., 2009). Moderately burned infants showed increased
mechanical pain sensitivity, whereas severely burned neonates showed elevated thermal
pain thresholds.

Taken together, the effects of early surgery, prematurity and resulting length of NICU
stay can all affect the type and degree of later effects. Invasive early procedures such as
surgery may decrease sensitivity to pain at baseline, but a re-injury to a previously
injured infant, especially to an area served by the same spina innervation, leads to
increased hypersensitivity compared to controls (Peters et al., 2005).

1.1.2.2 Prematurity can affect the stressresponse

Premature birth is also proposed to lead to alterations in generalised stress-arousal
systems. Premature infants are, as already mentioned, subject to many stressors such as
light, noise, maternal separation and noxious procedures. Grunau and colleagues (2006)
propose that these early stressors could increase the ‘allostatic load” of the neonate.
‘Allostasis’ refers to the cumulative effects of exposure to repeated stressors, and is the
process by which an organism will strive to maintain homeostasis (bodily equilibrium),
for example via the hypothalamic-pituitary-adrenal (HPA) axis, which regulates the
stress response (see McEwen, 1998). Long-term, repeated stress exposure causes an
increased ‘allostatic load’, which will lead to an elevation of stress responses mediated
by the HPA axis (see McEwen, 2004). Evidence for this comes from studies showing
that cortisol levels (a stress hormone released on HPA axis activation) were higher in
ex-premature infants at 8 months when exposed to novel toys (Grunau et al., 2005), and
higher at baseline in infants born extremely premature (23-28 weeks PMA) when tested
a 3, 6, 8 and 18 months (Grunau et a., 2007). The authors propose that the stress
response systems are ‘reset’ by the stressful NICU experience, and that this could
contribute to the increased pain reactivity in older infants.

1.1.2.3 NICU experience can alter long-term cognitive development

Prematurity, and the associated necessary healthcare, are aso linked to problems with

cognitive development. A large proportion of ex-NICU preterm infants show cognitive
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impairments later in development (Wood et al., 2005), and up to half will require some
form of educational support in childhood (Rivkin, 2000), with a high incidence of
behavioural disorders reported in post-premature adolescents (Indredavik et al., 2004).
Further, a meta-analysis of 227 studies showed that ex-premature infants were more at
risk from attention deficit disorders, and the earliest pre-term infants showed the most
cognitive deficits when tested at school age (Bhutta et al., 2002). Attempts to find an
anatomical substrate for these deficits has used imaging techniques to study brain
morphology in previously premature infants. Magnetic resonance imaging (MRI)
studies have demonstrated abnormalities in the size and/or growth rate in the cerebral
cortex, cerebellum and basal ganglia (Ajayi-Obe et al., 2000; Dyet et al., 2006;
Boardman et al., 2006), and diffusion tensor imaging (DTI), which can be used to assess
brain connectivity, has shown abnormalities in white matter tracts in the ex-premature
brain, which could help explain the increased incidence of cognitive difficulties in ex-
premature infants (Counsell et a., 2007; Berman et a., 2005; Dubois et al., 2006).

1.1.3 Animal models provide information on the development of

nociceptive processing

The data from humans on the effects of neonatal pain clearly show that injury during the
early life period can cause changes in sensory and nociceptive processing that can last
into adulthood. However, eucidation of the mechanisms of these changes relies
critically on modelling pain in animals. Animal models of neonatal pain identify cellular
mechanisms that would be impossible to study in humans, and provide researchers with
novel drug targets for the development of new pharmaceutica agents for pan
management. In addition, animal models are used as preclinical screening systems,

where potential new drugs are tested for efficacy and toxicity.

The gestational period for arat is 21.5 days, and the development of the CNS over the
first 7-10 days of lifein therat is approximately equivaent to that of an infant from 24
through to 40 weeks of gestation (see Fitzgerald and Walker, 2009; McCutcheon and
Marinelli, 2009 for reviews). This comparability means that study of the development of
spinal nociceptive circuits and brain connectivity in animals can inform researchers on

the developmental stage of premature infants.
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1.1.3.1 Nociceptive transmission pathways

Pain is transmitted from the periphery to the brain via the spinal cord. Primary afferent
nociceptors at the periphery are activated upon intense, potentially damaging stimuli,
and action potentials within these nerve fibres are transmitted to the spina cord.
Primary afferent fibres are divided into those that are myelinated (AP and Ad fibres) and
those that are not (C fibres). Myelinated A fibres are involved in transmitting
mechanical information, and unmyelinated C fibres in transmitting thermal information,
with Ad and C fibres implicated in pain processing. Cell bodies of all fibre types
constitute the dorsal root ganglion (DRG)(Wall and Melzack, 2005). The terminals of
the nociceptors are located in specific spinal layers (laminae), and when activated, the
primary afferents release peptides and glutamate, which activate second order neurons.
Dorsal horn neurons of the spinal cord relay the nociceptive signa to the contralateral
side of the spinal cord, and from there the spinothalamic tract, consisting of ascending
projection fibres, conveys the signa to the brainstem and thalamus (see Figure 1-1)
(wal and Melzack, 2005). From here, the nociceptive signal is passed to a variety of
nuclei and cortical areas, which mediate different aspects of the pain experience. The
intensity of a noxious stimulus is coded for by the firing rate of pain transmission
neurons (Julius and Basbaum, 2001).

Somatosensory Anterior cingulate cortex

c.”r‘l-’.x/i{;-_e-’—[—:%ﬂ s Figure 1-1 — A schematic diagram to

illustrate the afferent projections from the
dorsal horn of the spinal cord to supraspinal
areas, via the spinothalamic tract (consisting
of the  spinoreticular (SRT) and
spinomesencephalic (SMT) tracts).
Nociceptive stimuli are transduced by
primary afferent nociceptors at the
periphery and transmitted to the spinal cord,
from where the signal ascends to the
thalamus and is then passed onto higher
N L | cortical areas for processing. Adapted from
Arterclateral N - / Fields (2004).

system - N

However, nociception and the sensation of pain are modulated by a number of
mechanisms at different sites, and the brain exerts a large descending modulatory
influence on spinal cord nociceptive processing, depending on both external stimuli and
the motivationa state of the organism (Scholz and Woolf, 2002; Fields, 2004). The
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periaqueductal grey (PAG) of the midbrain receives direct input from the hypothal amus
(which has a role in maintaining the internal homeostatic state of an organism) and
limbic forebrain, which consists of a collection of cortical and subcortical structures that
are implicated in memory and emotional processing, and includes the hippocampus and
amygdala. From the PAG, descending modulatory signals are sent to the rostroventral
medulla (RVM) of the brainstem, which transmits either excitatory or inhibitory signals
to the nociceptive neurons of the dorsal horn of the spinal cord, with a net effect to
either increase or decrease ascending nociceptive signals (see Figure 1-2).

Figure 1-2 — A schematic diagram to

illustrate the descending pathways that can

modulate nociceptive processing. The
== anterior cingulate cortex (ACOQ),
¢\ ~ . hypothalamus (H), thalamus (T) and
i [ amygdala project to the periaqueductal grey

(PAG), which can indirectly control pain
transmission in the dorsal horn of the spinal
cord through the rostroventral medulla
(RVM). Excitatory modulation is shown in

red, inhibitory in green. The yellow pathway

represents a separate control channe via

L\ horn

! 7 )

Pain—
transmission

b A
P i
8 J
neuron | \\_/
) .
e

| serotonergic neuronsin the RVM. Ascending
{

/ transmission is shown in purple. Adapted
from Fields (2004).

S
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1.1.3.2 Spinal nociceptive processing develops over the first few weeks
of an animal’slife

The spinal cord is not mature at birth in the rat, and undergoes considerable change over
the first 2-3 weeks of life (see Fitzgerald, 2005). In the adult, both Ad and C fibres
regulate nociceptive processing, and the AP fibres are involved in mechanosensation.
However, in the neonatal rat, differences in the developmental rate of penetrance of the
afferents from the dorsal root ganglia mean that nociceptive reflexes are predominantly
mediated by AP and Ad fibres, rather than by the C fibres, as in the adult. This is
because myelinated afferents enter the spinal cord earlier than unmyelinated C fibres
during embryogenesis (Ozaki and Snider, 1997; Jackman and Fitzgerald, 2000), and C
fibre innervation is not present in lamina Il until embryonic day (E) 18-19 (Fitzgerald,

1987). In addition, AP fibres grow terminal arbors that are larger than they will be in
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adulthood, extending across spinal cord laminae that will not be innervated by these
fibres in later life (Beggs et a., 2002; Granmo et al., 2008). Destroying developing C
fibres with capsaicin, or blocking cell activity with NMDA receptor antagonists show
that the dendritic withdrawal process is dependent on cell signaling between A and C
fibres within the spinal cord (Torsney et a., 2000; Beggs et a., 2002).

The immaturity of dendritic projections of AP fibres in the developing spinal cord is
likely to contribute to increased receptive field size (the area of the body that produces a
response in a specific neuron when stimulated) of dorsal horn neurons (Fitzgerald and
Jennings, 1999), and an overlap of A and C fibre signalling. This in turn leads to reflex
withdrawal from normally innocuous stimuli and disorganised reflex responses to
noxious stimuli (Jennings and Fitzgerald, 1996; Levinsson et a., 1999; Holmberg and
Schouenborg, 1996; Waldenstrom et al., 2003). Indeed, in rats, a focal heat source
directed to the tail will produce reflex withdrawals both towards and away from the
stimulus, which becomes more organised over time (Waldenstrom et a., 2003). The fact
that disordered withdrawal reflexes are also seen in young infants (Andrews et a.,

2002) suggests that similar developmental spinal mechanisms are present in the human.

The enhanced, less organised spinal withdrawal responses in the neonate compared to
the adult is also likely to be due to an immature balance between excitatory and
inhibitory signalling (see Fitzgerald, 2005). Excitatory transmission is mediated by
glutamatergic synapses in the spinal cord, and excitatory postsynaptic receptors such as
AMPA (o-amino-3-hydroxy-5-methyl-4-isoxazole proprionic acid) and NMDA (N-
methyl-D-aspartate) receptors are found at higher levels in the neonate than the adult
(Jakowec et al., 1995; Gonzalez et a., 1993). In addition, the composition of receptor
subunits changes over development, which will ater the relative permeability of these
receptors to calcium ions (Burnashev et al., 1992; Wang et a., 1994). Inhibitory
modulation by glycine and GABA (y-aminobutyric acid) is not mature at birth, and high
levels of chloride ions within the cell (due to a developmental lag in expression of the
KCC2 transporter protein that regulates these ions within the cell) mean that GABA
receptor activation in the neonate can be excitatory, instead of inhibitory (Ben-Ari,
2002). Spina GABAergic and glycinergic inhibition is functiona in neonatal rats, but
undergoes significant maturation over the first days of life (Baccei et a., 2003; Ririe et
al., 2008).
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1.1.3.3 Descending inhibitory control from the brainstem is not mature
in the neonatal rat

The brainstem plays a major role in modulation of ascending excitatory signalling from
the spinal cord (Basbaum and Fields, 1984; Ren and Dubner, 2002), and modulation by
the periaqueductal grey (PAG) and rostroventral medulla (RVM) is channelled down
descending fibres via the dorsolateral funiculus (DLF) to the spina cord (Basbaum and
Fields, 1984; Sandkuhler, 1996) (see Figure 1-2). This descending inhibition does not
reach maturity in the rat until 3 weeks of age (postnatal day (P)21) (Fitzgerald and
Koltzenburg, 1986; Boucher et a., 1998).

Furthermore, the RVM undergoes a developmental shift beginning at around P21, from
an exclusively facilitatory role in spinal pain transmission, to a biphasic role, both
facilitating and inhibiting ascending spina input (Hathway et a., 2009). PAG
stimulation will not produce analgesia until 3 weeks of age, further suggesting that the
brainstem nuclei involved in descending inhibition are not functional until the third
postnatal week (Van Praag and Frenk, 1991b).

Together, this evidence demonstrates that pain processing is immature in the neonatal
rat, and that before P21, excitatory spinal processing predominates, leading to enhanced
responses to noxious and non-noxious stimuli. This excitability and lack of descending
control may be an important factor in allowing central plasticity following early pain

and injury.

1.1.3.4 Long-term effects of neonatal noxious stimuli in rodents

Asin humans, interference with the neonatal rodent CNS causes long-term alterations in
nociceptive responses. Similar to neonatal humans, animals cannot report their pain, but
behavioural responses can be measured and monitored, and drug effects and

physiological mechanisms investigated.

The consequences of neonatal injury in rodents depend, as in humans, on the type of
injury (e.g. nerve damage or inflammation), and the sensory modality being investigated
(e.g. heat or mechanical sensitivity). Inflammation induced by repeated paw prick

(much like ahuman heel lance) causes thermal hyperalgesia (an exaggerated response to
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a painful stimulus) in rat pups that lasts from several weeks up to adulthood (Anand et
al., 1999; Walker et al., 2003a). Neonatal inflammation lasting up to 7 days, induced by
injection of Complete Freund's adjuvant (CFA), results in enhanced spina neuronal
responses to paw pinch in the adult, as well as increased primary afferent nerve fibre
innervation of the dorsal horn (Ruda et a., 2000), suggesting that the hypersensitivity
exhibited after both short- and long-term inflammation may be mediated by spinal

circuits.

Further evidence for spina circuitry mediating later hypersensitivity comes from studies
of skin wounds to neonatal rat pups. Wounds caused drops in mechanical withdrawal
thresholds and increases in dorsal horn receptive field size long after the wound had
healed (Reynolds and Fitzgerald, 1995; Torsney and Fitzgerald, 2003). Tissue injuries
such as skin wounding cause release of nerve growth factors, and this increase in
growth factors causes hyper-innervation of the skin, leading to the increased sensitivity
to noxious stimuli seen in later life (De Lima et a., 1999). This is consistent with
human studies showing hypersensitivity after injury in children, especially those with
previous surgical history (Taddio et al., 1997; Andrews and Fitzgerald, 2002; Peters et
al., 2005).

As in humans, global hypoalgesia in adult rats can aso result from pain experience as
pups, and is proposed to be mediated by changes in descending modulation (La Prairie
and Murphy, 2009) or alterations in the stress response to injury (see Fitzgerald, 2005).
Bhutta et al (2001) found that repeated formalin injections to the rat pup hindpaw within
the first week of life caused decreased thermal sensitivity in the adult, the effect of
which was decreased by pre-treatment with morphine. Daily foot-shock to rat pups from
birth until P21 produced adult animals with a marked reduction in thermal sensitivity
(Shimada et a., 1990), and the authors aso found that morphine analgesia in adulthood
was increased in the foot-shocked rats. The preventative role of analgesia in the long-
term effects after this type of injury is also seen in mice (Sternberg et al., 2005) and
humans (Taddio et al., 1997; Taddio and Katz, 2004).

Ren et a (2004) modelled both the baseline adult hypoal gesia after neonatal injury, and
hypersensitivity after re-injury, by injecting carrageenan (which causes short-term

inflammation lasting ~24 hours) to the rat hindpaw within the first two weeks of life.
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When mechanical and thermal thresholds were tested at baseline in adulthood (P120-
125), significant hypoalgesia was seen in both the ipsilateral (same) and contralateral
(opposite) paws, an effect replicated by La Prairie and Murphy (2007). When the adults
were given a further carrageenan challenge, however, hypersensitivity to noxious
stimuli was seen only in the ipsilateral paw. The authors suggest that the local
hypersensitivity is mediated by spinal segmental changes after neonatal inflammation,
i.e. aterations in the developmental connectivity of the spinal cord and/or sprouting of
nerve fibres at the skin, resulting in an increased nociceptive response. The hypoalgesia
they attribute to aterations in descending inhibitory tone or aterations in stress
regulation, support for which comes from studies showing that early stress aters later
nociceptive processing (Pieretti et al., 1991; Coutinho et al., 2002). Similar baseline
hypoalgesia after neonatal CFA and hypersensitivity to re-inflammation was shown by
Lidow and colleagues (2001).

1.1.3.5 Critical periodsin development and long-term effects

Consistent with evidence on the maturation of spinal nociceptive processing, plus
human studies showing that pre-term infants experience lasting effects of noxious
stimulation but that full-term infants do not (Taddio et al., 1997; Walker et al., 2009a), it
would appear that it is stimulation during a ‘critical period’ of development which
predicts long-term changes (La Prairie and Murphy, 2010). Critical periods are defined
as time windows within which an organism develops in a particular way. Interference
with development during this window will cause long-lasting changes, yet outside of the
critical period, the same stimulation will not lastingly affect development. Critical
periods have been described in a variety of modalities, including vision, hearing, the
stress response (see Hensch (2004) for a comprehensive review), and more recently pain
(LaPrairie and Murphy, 2007; Walker et al., 2009b).

The concept of a critical period is demonstrated by the effect of nerve injury on
neonates at different stages of development. In adults, peripheral nerve damage causes
significant alodynia (a withdrawal response to a previously innocuous stimulus) and
neuropathic-like pain behaviours that last for weeks to months (Decosterd and Woolf,
2000). However, the same nerve damage to rat pups performed within the first three
weeks of life produces only transient increases in sensitivity. If, however, surgery is
performed at P33, lasting alodynia is produced (Howard et al., 2005). This
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phenomenon is consistent with human data showing that brachial plexus damage, which
injures the nerves innervating muscles and skin of the arm and upper torso, does not

cause chronic pain in neonates as it does in adults (Anand and Birch, 2002).

From the evidence discussed above, long-term alterations in nociceptive processing
only occur within certain critical periods. In therat, thisiswithin the first three weeks of
life. In the human neonate, long-term effects occur mainly in post-premature infants,
born between 24 and 38 weeks PMA. As the first two weeks of the rat’s life correspond
approximately to the final trimester in human gestation, this strongly suggests that the
critical periods are the same for both species, and means that the developmental
mechanisms described in the rat that mediate nociceptive processing (i.e. development
of spinal cord connectivity, maturation of spinal neuronal responses, and appearance of
descending inhibition) are likely to be similar to those in the human. This, in turn, could

help inform clinical practicein the treatment of preterm infantsin the NICU.

1.2 Pain and reward processing are linked

The experience of pain is unpleasant — indeed, the International Association for the
Study of Pain (IASP) define pain as “an unpleasant sensory and emotiona experience
associated with actual or potential tissue damage, or described in terms of such
damage’. This definition inherently accepts that pain is a subjective emotiona
experience, but aso that the relief from pain will be the opposite of unpleasant, i.e.
pleasurable, or rewarding. The main groups of analgesics in use in clinical practice,
such as opioids, are aso intensely rewarding and subject to addiction and abuse
(Franklin, 1989), and there is a huge overlap in brain areas involved in pain and reward
processing (see Borsook et al., 2007; Leknes and Tracey, 2008 for reviews).
Furthermore, many drugs of abuse have analgesic actions, such as cocaine,

amphetamine, nicotine, ketamine, and alcohol (Franklin, 1989).

1.2.1 Areas of the brain involved in pain and reward processing
overlap

Rewarding and painful (i.e. aversive) stimuli are positive and negative reinforcers of

behaviour in animals, and the dopaminergic and opioidergic systems of the brain are

critical for both types of reinforcer, as they provide both the ‘pleasure’ of rewards and

are involved in antinociception and analgesia (see Borsook et a., 2007). Human
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imaging studies have shown that the same areas activated by reward are also activated
by pain (Becerra et al., 2001; Seymour et al., 2005; Scott et a., 2007) and much data
now suggests that rewarding and aversive stimuli affect ssimilar pathways in the CNS,
leading to a robust demonstration that pain and reward processing involves many
overlapping areas. These areas include the hypothalamus, amygdaa, RVM, PAG,
hippocampus, prefrontal cortex, anterior cingulate cortex (ACC), insular cortex, ventral
tegmental area (VTA), and nucleus accumbens (NAcc) (see Leknes and Tracey (2008)
for acomprehensive review).

To illustrate the overlapping regions in brain pain and reward, brief evidence is
presented for dual processing roles in three structures. the nucleus accumbens,

amygdala and anterior cingulate cortex.

1.2.1.1 NAcc

The NAcc is particularly well-situated to mediate pain and reward processing. It
receives direct input from dopaminergic neurons in the mesolimbic dopamine system
and injection of opioids directly into the NAcc, which activates reward pathways,
induces analgesia (Dill and Costa, 1977). Opioid antagonism by accumbal injection of
nal oxone attenuates the analgesic effect of morphine (Gear and Levine, 1995), and two
distinct regions of the NAcc shell have been identified: one that mediates pleasure, and
one that causes a negative shift in affect (Reynolds and Berridge, 2002). Dopamine
analgesiais mediated through the NAcc (Altier and Stewart, 1998; 1999).

1.2.1.2 Amygdala

The amygdala is part of the descending pain modulatory system (see Figure 1-2) is
activated in humans during both acute and chronic pain (Becerra et a., 2001; Harris et
a., 2007a), and is associated with the emotional reactivity to pain (see Finn et al., 2003;
Neugebauer et a., 2004). The amygdala also shows activation following both rewarding
and aversive stimuli (Breiter et al., 1997), possibly due to its role in orienting to
motivationally salient stimuli (see Rolls, 2000).

1.2.1.3 Anterior cingulate cortex

The ACC iscritical for learning aversive teaching signalsi.e. the cue that predicts when

an animal will receive a noxious stimulus (Johansen et al., 2001; Johansen and Fields,
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2004), and human imaging studies have shown that the ACC is implicated in aberrant
pain signalling in chronic pain patients (Apkarian et a., 2001). Furthermore, lesions of
the ACC decrease the physical perception of pain, implicating a role in anagesia
(Wilkinson et al., 1999). Shidara and Richmond (2002) showed that ACC neurons in
monkeys code for reward expectancy, illustrating a role for the ACC in reward

processing.

1.2.2 Analgesia and relief from pain are rewarding

As pain is potentially damaging to an organism, a pain state is one that an organism will
work to avoid. Conversely, a reward is something that an organism will work to
achieve, and includes pain relief, i.e. analgesia. As pain is a deviation from the standard
internal state, the motivation for pain relief can be thought of in terms of the animal
striving to regain homeostasis as it would for other systems, i.e. hunger and thirst.
Together, this leads to conceptualisation of pain and reward as opposite ends of the
same spectrum, with homeostatic balance being striven for. In general, the reward value
of a stimulus increases the more effective that stimulus is at restoring homeostasis (see
Craig, 2003), which would mean that analgesics which are most effective in reducing
pain are those with the highest reward value. That analgesia is rewarding is supported

by several lines of evidence, as detailed below.

1.2.2.1 Termination of a pain stimulusisrewarding

Firstly, termination of a painful stimulus is rewarding (Seymour et a., 2005; Leknes
and Tracey, 2008). For example, Leknes and colleagues (Leknes et al., 2008) performed
a human psychophysical experiment into the pleasantness of pain relief. A noxious
thermal stimulus of varying intensity (ranging from pain threshold to intense pain, as
rated by self-report using a visual analogue scale) was briefly applied to the arm.
Subjects were asked to self-report the maximal relief felt when the stimulus was
terminated. The authors found a strong positive correlation (r=0.81) between the pain
intensity and sensation of relief (see Figure 1-3), showing that the termination of the
noxious stimulus was more rewarding when the pain intensity was higher. These
findings are consistent with data showing that relief from other unpleasant states such as
hunger activates reward processing areas in the brain (Kringelbach et al., 2003), as does
expectation of pain relief (Seymour et a., 2005). In addition, psychophysical data has

shown that pain perception increases as stimulus intensity increases (Price, 1999),
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therefore directly linking stimulus intensity, pain sensation, and reward upon pain
cessation.

Pain intensity

Relief

Figure 1-3 - A schematic illustration of the positive correlation found by Leknes et al, wher eby
subjectiverelief upon pain cessation increases as pain intensity increases. Adapted from Leknes et
al (2008).

1.2.2.2 The placebo effect relieson reward processing

The placebo effect occurs when patients perceive benefit from treatment, despite it
having no genuine therapeutic effect. The effect therefore relies on expectation of pain
relief, and is mediated by opioidergic mechanisms, as similar brain areas are activated
by opioid agonists and placebo analgesia (Levine et al., 1978b; Petrovic et a., 2002,
Benedetti et al., 2005). Human imaging (fMRI) studies over the past decade have
implicated crucia brain areas involved in the placebo response, most of which are
classically implicated in reward processing. For example, the release of endogenous
opioids and dopamine from mesolimbic reward areas such as the nucleus accumbens
and ventral striatum has been shown during placebo analgesia (Zubieta et a., 2005;
Scott et al., 2008). In addition, the magnitude of the placebo effect is predicted by the
release of dopamine from the nucleus accumbens (Scott et al., 2007) and grey matter
density in brain reward processing areas (Schweinhardt et al., 2009). Dopamine-related
personality traits (such as sensation-seeking and reward responsiveness) are aso linked
to the extent of placebo analgesia (Schweinhardt et al., 2009).

1.2.2.3 Rewarding stimuli induce analgesia

Anagesia can aso result from a variety of classically rewarding stimuli, such as
pleasurable music, odours, images, and sexua behaviour (Leknes and Tracey, 2008).
Palatable food can also induce analgesia. A classic study by Dum and Herz (1984)
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showed that thermal nociceptive withdrawal thresholds of rats are raised when they are
expecting a chocolate reward, as the animals took longer to move off a hot-plate when
they had previously received a chocolate reward under the same conditions. This effect
was reversed by naloxone (an opioid antagonist), and is therefore opioid-mediated. As
discussed previously, sucrose can be used as an analgesic in neonatal care (see Stevens
et a., 2010). The fact that sucrose is not a ‘classic’ analgesic i.e. does not directly
influence pain transmission (Fitzgerald, 2009), suggests that sucrose may be acting via
supraspina reward pathways in the neonate, evidence for which comes from the fact

that sucrose analgesiain animalsis blocked by naloxone (Blass et a., 1987).

1.2.2.4 Chronic pain statesreduce reward responses

Whilst opioids are highly rewarding, chronic pain patients do not show the same levels
of addiction to opioids as non-patients (Noble et al., 2010). In both inflammatory and
nerve injury pain states, morphine loses its rewarding effects (Suzuki et al., 1996). The
mechanisms for this are thought to involve dysregulation of mu opioid receptor function
in the VTA via an ERK-mediated signalling pathway, caused by continuous release of
endogenous opioids caused by nerve injury (Ozaki et a., 2002; Ozaki et al., 2004;
Niikura et al., 2008). The loss of the rewarding effects of opioids in an inflammatory
pain state is also due to sustained activation of the kappa opioidergic system, which is
anti-analgesic (Naritaet a., 2005).

1.2.3 Endogenous opioids modulate pain and reward

As many of the above studies show, opioids are essential for modulation of both pain
and reward (Fields, 2007). Exogenous opioids, such as morphine, are potent analgesics
and drugs of abuse, and endogenous opioids, produced and released internally, are
critically involved in the descending modulatory control of nociceptive processing (see
Fields, 2004). The analgesic effect of opioids are produced by direct action on spinal
cord nociceptive circuits, and supraspina disinhibition of brain reward areas, which
leads to increased dopamine release in the forebrain, and results in the rewarding effects

of opioids.
There is robust evidence for the importance of endogenous opioids in nociception.

Opioid receptors are found throughout the brain, but particularly in areas involved in

both nociceptive and reward processing such as the RVM, PAG, and ventral striatum
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(see Le Merrer et al., 2009). Injection of opioid receptor agonists produces analgesia,
particularly in the PAG (Yaksh et a., 1976), and electrical stimulation of areas rich in
opioid receptors such as the PAG produce increases in nociceptive withdrawal
thresholds in animals (Mayer and Liebeskind, 1974) and analgesia in humans
(Hosobuchi et a., 1977). Antagonism of opioidergic signaling in the PAG and RVM
blocks analgesia (Kiefel et a., 1993). Furthermore, the brain releases endogenous
opioids in response to painful stimuli, suggesting an internal anti-nociceptive circuit is
being activated (Zubieta et al., 2001).

However, descending modulation of pain can excite or inhibit pain responses due to
specific subsets of cells within the PAG and RVM exerting opposite effects on spinal
cord nociceptive signalling. RVM stimulation can both inhibit or facilitate nocifensive
behaviours and dorsal horn neuronal responses (Urban et al., 1999; Zhuo et al., 2002).
The two classes of neurons responsible for this opposite signalling are termed ON and
OFF cells, with a third class of serotonergic neurons classified as NEUTRAL cells,
which have a variable response to noxious stimuli (Potrebic et al., 1994) (see Figure
1-2).

ON cells are characterised by a burst of activity that begins just before a nociceptive
withdrawal reflex, and OFF cells show a pause in firing that begins just prior to the
withdrawal reflex (Heinricher et a., 1989). Both classes of cells project to specific
laminae of the spinal cord that relay nociceptive signals (Fields et al., 1995), and firing
rates are affected by opioid receptor agonists, which cause continuous OFF cell firing
and silence ON cells (Heinricher et a., 1994). The net activity of one set of neurons
over the other is thought to rely on the behavioural state of the animal, as activity is
controlled by the higher order brain areas reciprocally connected to the PAG and RVM,
such as the amygdala, hippocampus and frontal cortices, which assimilate information
from multiple areas to control behaviour (see Fields, 2004).

1.2.4 Motivation-decision model

The systems controlling the facilitation or inhibition of spinal cord nociceptive
processing are best understood when looking at pain as a behavioural motivator, in that
escape from painful stimuli and seeking of relief from pain are highly motivating drives.
The motivation-decision model, as put forward by Fields (2004; 2006), states that
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anything that is potentialy more important for survival than pain should exert anti-
nociceptive effects. For example, if an animal is subject to a mild pain state in order to
gain areward such as food or sex, the pain state will be ignored as the reward exerts an
anti-nociceptive effect. Conversely, if the tissue damage, or threat of damage, is severe
enough to threaten the animal’s survival, any reward will be ignored as the animal
engages in self-protective strategies such as escape, avoidance, and guarding behaviour
of any injury site. Fields (2006) states that the control over the reward or survival
behaviours is mediated by cortical brain structures involved in reward and decision-

making, and signals sent via the biphasic descending opioid modulatory system.

Evidence for this model comes from a variety of sources. Animal studies have shown
that rewards €licit an increased tolerance of pain, and that this is mediated by
endogenous opioid release, as shown by Dum and Herz (1984). Stimuli that elicit innate
(i.e. predator-driven) and conditioned (i.e. learnt) fear block pain responses via opioid
release, indicating that the blockade of pain responsesisin order to protect the organism
against a greater immediate threat to survival (Fanselow, 1986). Indeed, animals
conditioned to receive a foot-shock show longer withdrawal |atencies upon presentation
of the conditioned stimulus, which relies on endogenous mu opioid signalling in the
amygdala, PAG and RVM (Bellgowan and Helmstetter, 1998; Foo and Helmstetter,
1999). This phenomenon, termed stress-induced analgesia, has been the subject of much
research, and is modulated by the descending inhibitory pain pathway in both animals
and humans (Willer et a., 1981; Butler and Finn, 2009).

In humans, further evidence for the motivation-decision model comes from findings that
the anticipation of pain activates descending inhibitory pathways. Keltner et al (2006)
showed that pain expectation affected the activation of classic nociceptive areas such as
the thalamus and somatosensory cortices, and that this modulation converged on the
nucleus cuneiformis, a brainstem region that receives input from the PAG and projects
to the RVM. Fairhurst et a (2007) also found that pain anticipation caused increased
activation of the PAG, and that actual receipt of the pain activated the PAG, RVM and
ventral tegmental area. The authors proposed that the anticipatory activity in the PAG
was to activate descending inhibitory pathways to help modulate the pain. Supporting
this, the anticipation of a reward or pain relief, as already shown, causes release of

endogenous opioids in the human brain (Zubieta et a., 2005).
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Becerra et a (2001) provided a potential neurobiological substrate for the ‘decision’
aspect of the motivation-decision model. The authors showed that noxious thermal
stimuli activated both classical reward and pain areas, but that an early phase of
activation was seen in ‘reward’ structures such as the nucleus accumbens and ventral
tegmental area, and a later phase of response was seen in ‘pain’ areas such as
somatosensory and anterior cingulate cortices, thalamus and insula. Fields (2006)
proposes that this early phase activation is when the response ‘decision’ is made, taking
into account salient external factors and motivational drives. This proposal fits well with
evidence that dopaminergic signalling in brain reward areas is involved in incentive
salience (i.e. how important a stimulus is to an organism), valence (i.e. whether a
stimulus is positive or negative in nature) and behavioural motivation (see Wise, 2004,
Schultz, 2007). Once the ‘decision’ is made, the late phase activation of ‘pain’ areas
seen by Becerra and colleagues controls the behavioural response, as higher cortical
areas such as the anterior cingulate, amygdala and prefrontal cortex send output to the
midbrain structures that biphasically modulate spinal cord nociception.

1.2.5 Does early pain lead to altered reward processing in later life?

The evidence presented above shows that pain during a critical period of development
causes long-lasting changes in pain responses, but the effects of early pain on aternative

modalities is an area of much research.

Studies have shown the long-term effects of repeated neonatal pain and stress on the
adult stress response, in terms of the responsiveness of the HPA axis. Infants with prior
NICU experience show alterations in stress responsivity later in childhood (Grunau et
al., 2005; Grunau et a., 2007), and anima studies have investigated the impact of
stressors such as materna deprivation and repeated handling on the organism’s
neurobiology and later adult behaviours (Pieretti et al., 1991; Coutinho et a., 2002;
Champagne and Meaney, 2006; Lippmann et a., 2007; Enthoven et al., 2008). Meaney
et ad (2001) studied the impact of early maternal deprivation on dopaminergic
processing, explicitly linking early stress and reward, and found changes in dopamine
transporter proteins and adult response to cocaine and amphetamine. As pain is
inherently stressful, this strongly suggests that neonatal pain could ater reward
processing in the adult.
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Maternal style in rats and humans also impacts upon later responses to stress, novelty
and pain, (Meaney, 2001; Champagne et a., 2003; Champagne and Meaney, 2007;
Clinton et a., 2007; de Medeiros et a., 2009), the effects mediated by epigenetic
influences on gene expression and trandation (Weaver et a., 2004; Fagiolini et a.,
2009). Furthermore, evidence from rodent, primate and human studies suggests that the
infant-parent attachment is rewarding for both mother and infant, and that this bond is
mediated by opioidergic and dopaminergic systems (Moles et a., 2004; Barr et d.,
2008; Noriuchi et al., 2008), both of which are critically involved in pain and reward
processing. Due to the large overlap between pain and reward processing, we
hypothesise that pain during early life will lead to aterationsin reward processing in the
adult animal, and this hypothesis forms the basis of thisthesis.

There have been suggestions in the literature that early pain can affect later reward-
related processing, although to date no published literature exclusively investigating this
question. Studies into the long-term effects of early pain on adult pain processing have
shown changes in preference for alcohol as adults (Bhutta et a., 2001) or aterations in
opioid tone (La Prairie and Murphy, 2009). However, these studies are investigating
pain, gender and the effects of early analgesia, and do not discuss their results in terms
of reward processing. They do, however, provide intriguing suggestions that early pain
may affect the opioid-mediated descending modulation of pain, which, as discussed

above, shares common brain regions with areas involved in reward processing.

1.3 The aims of this thesis

To summarise the above evidence, it is known that early pain causes long-term effects
on pain processing, and that pain and reward processing are neurobiologicaly linked.
We therefore hypothesise that repeated painful experience will affect reward processing
in the adult.

This thesis will investigate this question in three main ways:
1) To test the feasibility of the hypothesis that early life pain can interfere with
developing reward pathways, we needed to establish the functionality of reward
pathways in the neonate. Chapter 2 will therefore investigate the functionality of
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reward pathways in the neonate using a classic analgesic and drug of abuse,
morphine, to activate the system.

To test the hypothesis that early pain experience can dter adult reward
behaviour, Chapter 3 will investigate the effect of repeated neonatal pain on
adult reward behaviours, using a model of neonatal injury designed to mimic
clinical procedures. Reward behaviour will be investigated using a conflict
paradigm that places an animal’s motivation for reward in competition with its
drive for safety and survival.

Finally, to test the hypothesis that early pain experience can alter adult reward
cell signalling in the CNS, Chapter 4 will investigate whether early pain
experience aters the activation of the orexin system of the latera hypothalamus
during reward behaviours. The orexin system impacts upon opioid and

dopaminergic transmission and is strongly implicated in reward processing.
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2 Chapter 2 — Investigating the effect of morphine on

neonatal reward pathways

2.1 Introduction

The am of this chapter is to investigate the function of the neonatal mesolimbic
dopaminergic system and how it differs from that of the adult, usng morphine to
stimulate and activate the system. Activity of the dopaminergic cells of the ventral
tegmental area (VTA) of the rat midbrain have been used to investigate the functional
role of dopaminergic pathways after acute and chronic morphine administration in
young rats. Morphine is not only a potent analgesic but also a drug of abuse, and is
well-known to activate the reward pathways in the adult brain (see Le Merrer et al.,
2009).

The response of the adult dopaminergic system to rewarding stimuli is well-
documented, but the development in the neonatal system is less well-known. As the
overall hypothesis of thisthesisisthat pain and reward processing overlap, and that pain
during early life affects later reward-related processing, then it is important to see to
what extent the early dopaminergic reward system can be activated in the newborn.
Morphineisauseful and classical method of testing this.

In addition, it is important to understand the central effects of morphine in the newborn,
as this is a critical period for the development of the pain system and morphine is
frequently prescribed in neonatal intensive care units (NICU) to sedate premature
infants and provide analgesiafor some procedures (see Anand, 2007).

2.1.1 Dopamine (DA)

Dopamine is a catecholamine and, as well as being an important neurotransmitter in its
own right, it is aso the precursor to adrenaline and noradrenaline. Dopamine-releasing
cells are located mainly in the substantia nigra pars compacta (SNpc), the
hypothalamus, and ventral tegmental area (VTA) and dopamine is broken down by the

enzymes monoamine oxidase (MA Q) and catechol-O-methyl transferase (COMT).

Figure 2-1 shows the biosynthetic pathway for dopamine:
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Phenylethanolamine

Tyrosine DOPA Dopamine - N-methyltransferase

hydroxylase decarboxylase hydroxylase

L-Tyrosine —> L-DOPA —> Dopamine —> Noradrenaline —> Adrenaline

Figure 2-1 —the biosynthetic pathway for dopamine, showing precur sorsand enzymes

Dopamine acts on D; to Ds G protein-coupled receptors (GPCRs). D1 and D5 are
classified as ‘D1-like receptors’ and D2, 3 and 4 as ‘ D2-like receptors’. The two groups
are similar in terms of structure and pharmacological profile, but differ in terms of
localisation within the brain and relative distribution. Furthermore, ‘D1-like receptors
couple to the Gs GPCR, stimulating adenylate cyclase to activate protein kinase A
(PKA), whereas ‘D2-like’ receptors couple to the G; GPCR signalling pathway, which
inhibits PKA (see Rho and Storey, 2001). The D1 and D2 receptors are most strongly
implicated in reward and addiction, as shown by animal (Madonado et al., 1997; Pruitt
et a., 1995) and human imaging studies (see Volkow et al., 2009).

Tyrosine hydroxylase (TH) is the rate-limiting enzyme in DA production from its
precursor (see Figure 2-1). It is widely-used as a dopaminergic cell marker the
expression of TH has been used in this investigation to map dopaminergic cells of the
ventral tegmental area at different ages (Narita et al., 2004a; Berhow et al., 1996).

2.1.1.1 Dopaminein the brain

The dopaminergic system has been the subject of a huge number and variety of
experiments and various controversies over the years, and is now known to be involved
in a variety of brain systems. In the basal ganglia, dopamine cells are crucia in the
initiation of movement (see Lewis and Barker, 2009). Imbalances of dopamine in the
prefrontal cortex can lead to psychosis, and a lack of dopamine has been linked to
depression (see Totterdell, 2006). It also has a mgor role in reward and motivational

processing, via the mesolimbic dopaminergic system (see Wise, 2004).
Tracing and lesion studies of dopaminergic projections have elucidated the anatomy of

connections well, showing that dopaminergic fibres project to many areas of the brainin
both rats (Deutch et a., 1988) and man (Haber and Knutson, 2009).
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Figure 2-2 - a schematic to show the nigrostriatal and mesocorticolimbic projections in the rat (left) and
human brain (right). In the human brain schematic, the green pathway is the nigrostriatal projection and the
pur ple the mesolimbic projections from the VTA to the ventral striatum and prefrontal cortex (left: adapted
from http://homepage.psy.utexas.edu/homepage/class/Psy332/Salinas/Neur otr ansmitter /Slide08.GIF; right:

adapted from http://openlear n.open.ac.uk/mod/r esour ce/view.php?id=192954).

Many addictive drugs, including many analgesics, affect the dopaminergic system. They
increase dopamine levels in the brain by a variety of methods. Cocaine and
amphetamine block the dopamine reuptake transporter (Giros et a., 1996), which alows
DA to remain in the synaptic cleft for longer. Nicotine acts on presynaptic cholinergic
receptors to increase DA release, and mu opioids inhibit GABAergic interneurons that,
at basal levels, inhibit the DA cells of the VTA.

Dopaminergic drugs also have analgesic potential. In contrast to the opioids, which
cause sedation, dopaminergic drugs increase a ertness whilst having a similar efficacy to
opioidsin therelief of suffering. Combinations of opioids and dopaminergic drugs have
been suggested as an effective therapeutic avenue, as dopaminergic drugs such as
amphetamine are stimulatory, and can counteract opiate-induced respiratory depression.
There is some reluctance to include dopaminergic drugs in clinical practice, perhaps as
it has been argued that the analgesia they produce is mediated through the rewarding
effects of the drugs, and their abuse potential when combined with opioids for maximal
analgesia, istoo high (see Franklin, 1989; 1999).

Clinicaly, dopamine antagonists are often used as anti-psychotics and indirect agonists
(i.e. cocaine) as psychostimulants. As DA cannot cross the blood-brain barrier, its
precursor, L-DOPA, is given as a form of medication for diseases where dopaminergic

functionislost i.e. Parkinson's disease.


http://homepage.psy.utexas.edu/homepage/class/Psy332/Salinas/Neurotransmitters/Slide08.GIF
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Reinforcement, reward, incentive motivation, conditioned reinforcement, and anhedonia
are all thought to depend upon the function of dopamine in the brain and these proposals
are al supported and refuted by a massive body of literature spanning 60 years. The
evidence for acritical role for dopamine in reward processing, however, is very strong,
as discussed below (see Wise, 2004).

2.1.2 Mesolimbic dopaminergic system

Dopaminergic neurons can be broadly subdivided into two groups that form two
pathways. One originates in the zona compacta of the substantia nigra (SNc) and gives
rise to the nigrostriatal pathway, which is crucia for the control of movement,
orchestrating a delicate balancing act between the nuclei of the basal gangliato produce

and refine movement.

The second pathway originates in the ventral tegmental area (VTA) and is comprised of
two interlinked and overlapping pathways, the mesolimbic and mesocortical pathways,
thought to be important for motivational functioning. The mesolimbic pathway runs
from the VTA to the nucleus accumbens (NAcc) and olfactory tubercle, further
innervating the septum, amygdala and hippocampus. Mediad VTA cells project to
media prefrontal, cingulate and perirhinal cortices and this projection is known as the
mesocortical pathway. Because there is large overlap between the VTA cells that
project to these various targets, the pathways are collectively referred to as the
“mesocorticolimbic’ dopamine system.

The mesocorticolimbic system has been the subject of many investigations over the
years. Olds and Milner (1954) first found that intracranial electrical stimulation of the
hypothalamus and associated mesolimbic structures can be a rewarding stimulus for an
animal, and later studies have shown that animals trained to stimulate themselves
electrically in areas through which dopaminergic neurons are known to pass will
repeatedly stimulate themselves, above other motivational factors such as food and sex
(Franklin, 1978; Liebmann and Butcher, 1974).

Blocking dopaminergic signalling via receptor antagonism, using neuroleptic drugs, can
reduce the effect of rewarding stimuli and self-stimulation (Fouriezos et a., 1978; Wise

et a., 1978) and ablation through the administration of 6-OHDA, an excitotoxic
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dopamine agonist, can abolish certain reward-seeking behaviours (Berridge et a.,
1989).

2.1.2.1 Genetic manipulation of the DA system

The use of genetically modified mice where different dopamine receptor subtypes have
been deleted highlight their varying roles in reward processing (see Holmes et al.,
2004).

The rewarding effects of cocaine are lost in mutant mice where the dopamine D1
receptor has been knocked out (Xu et al., 1994; Drago et a., 1996). Mutant mice
lacking the D2 receptor have severe motor problems (Baik et al., 1995) and show a
decreased response to cocaine (Caine et a., 2002). These D2 knockout mice do not self-
administer morphine nor learn morphine-cued conditioned place preference (Madonado
et al., 1997), and they also show abnorma responses to ethanol and cocaine (see
Holmes et a., 2004).

Deleting the gene that codes for tyrosine hydroxylase produces dopamine-deficient
(DD) mice, of which 90% will die during gestation unless DA signalling is rescued by
maternal L-DOPA administration. Once born, they are indistinguishable from wild-type
litter-mates until around P10, but will die by P15 without DA rescue (by L-DOPA
injection), as they will not feed enough to survive (Zhou et a., 1995). If reared to
adulthood by repeated L-DOPA administration, DD mice can learn place preferences,
but appear apathetic and show minimal interest in their environment, and do not seem to
engage in goal-oriented behaviour i.e. nesting or exploratory behaviours, suggesting a
lack of motivational drive (see Pamiter, 2008). Dopamine aso has a role in fear
conditioning via the amygdala. Adult DD mice do not learn fear conditioning in a fear-
potentiated startle paradigm, suggesting a role for dopamine in reward and aversion
learning (Fadok et al., 2009).

2.1.3 Ventral Tegmental Area

The ventral tegmental area (VTA) is located in the midbrain (mesencephalon) and
neurons in the VTA are reciprocally connected to aimost all of the areas to which they

project, including the nucleus accumbens, substantia nigra, limbic structures such as the
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amygdala, and cortex. It contains the dopaminergic cells that give rise to the

mesocorticolimbic system (see Figure 2-2 and Figure 2-4 for localisation of the VTA).

2.1.3.1 Firing propertiesof VTA DA célls

Dopamine cellsfire at two different frequencies — tonic and phasic (Grace, 1991; Grace
et a., 2007) Tonic firing is spontaneous, low frequency activity of ~4Hz that releases
low levels of dopamine steadily into the synaptic cleft (Brischoux et a., 2009). Phasic
firing is the burst of activity that occurs after a stimulus and releases large amounts of
dopamine transiently into the synaptic cleft, thus activating post-synaptic receptors.
Phasic firing typically occurs in bursts of around 5 spikes, at frequencies above 12Hz
(Ungless et al., 2004), starting with an interspike interval (1SI) of less than 80msecs and
finishing with an 1Sl of 120msecs (Brischoux et al., 2009). Phasic and tonic firing are
proposed to be inversely related, such that an increase in tonic extracellular DA levels

attenuates subsequent phasic firing (see Wood, 2006).

The work of Schultz on awake monkeys (Schultz et al., 1998; 2001; 2007) has
suggested that dopaminergic neurons of the VTA encode reward, showing that VTA
cells will fire on receipt of an unexpected reward, and are inhibited when the expected
reward does not appear. Cells in the rat VTA will aso respond to aversive stimuli i.e.
footshock (Mirenowicz and Schultz, 1996; Guarraci and Kapp, 1999). Originally, these
cells (3-49% of VTA cells recorded) were declared non-dopaminergic (Ungless et al.,
2004) but later research has confirmed the existence of dopaminergic cells that fire for

both rewarding and aversive stimuli (Brischoux et a., 2009).

Recent suggestions help resolve the debate by putting forward the view that there are
two functionally and anatomically distinct dopamine systems in the VTA (lkemoto,
2007). An important paper by Brischoux et a (2009) shows that dorsal VTA
dopaminergic cells are inhibited by noxious footshock, consistent with their role in
reward processing, as a non-rewarding stimulus inhibits cell firing. However, ventral
VTA cells are phasically excited by footshock, suggesting that dopaminergic signalling
is involved in both rewarding and aversive events. The suggestion that there are two
functionally and anatomically discrete cell populations in the VTA that signal either

rewarding or aversive stimuli fits well with data showing that the amygdala, an area
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receiving input from the ventral VTA, is implicated in noxious processing and is

involved in the learning of aversive stimuli (Barr et a., 2009).

Taken together, electrophysiological research has led to ideas that the DA neurons of
the VTA fire according to the expectation and receipt of a reward (reward error-
prediction) (Schultz, 2007; Berridge and Robinson, 2003; Robinson and Berridge, 1993;
McClure et a., 2003) and aso the incentive salience of a stimulus, i.e. how important it
IS to the organism, as seen by studies showing the rewarding and aversive signalling

properties of DA neurons (Ungless, 2004)

2.1.3.2 Behavioural studies

Many studies have investigated the effect of dopamine modulation in the nucleus
accumbens, which receives input from the VTA (Di Chiara and Bassareo, 2007).
However, experiments in mice and rats studying at the effect of intracranial self-
administration (ICSA) and intracrania place conditioning (ICPC) have proven that the
VTA itself is a crucia site for reward processing (see McBride et a., 1999). ICSA
involves implantation of a cannulainto the brain which delivers a drug when the animal
completes a particular response i.e. nosepoke, whilst in the ICPC paradigm, a drug is
infused and the place preference measured in animals after infusion. Experiments have
shown that animals will self-administer morphine into the VTA and that the effect is
blocked by a morphine antagonist, demonstrating that the effect is mu receptor-
mediated (Bozarth and Wise, 1981; Devine and Wise, 1994). Morphine infusion into
the VTA aso causes the induction of place preference (Phillips and LePiane, 1980;
Bozarth, 1987).

2.1.3.3 Human imaging studies

Human imaging studies have confirmed an important role of the VTA in reward
processing. Functional magnetic resonance imaging (fMRI) studies have shown an
increase in BOLD (blood oxygenation level-dependent) signal in the VTA after
administration of rewarding drugs (Breiter et a., 1997; Sell et al., 1999) and a decrease
with noxious heat application (Becerra et a., 2001). This supports el ectrophysiological
studies suggesting that the VTA processes both rewarding and aversive stimuli, and

adds weight to the theory that the VTA DA system has a role in incentive salience.
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Future imaging research may focus on investigating the detailed functional connectivity
of the VTA and itsrole in reward networks (see Camara et a., 2009).

2.1.4 Ontogeny of the dopaminergic system

The adult dopaminergic system has been well-characterised, but the development of this
system and the effect of neonatal interference on adult dopaminergic function has also

been an active area of research over the last 50 years.

2.1.4.1 Cdll differentiation

Dopamine cell differentiation and localisation is driven by specific gene pathways early
in embryonic life. The transcription factors sonic hedgehog (Shh) and fibroblast growth
factor 8 (Fgf8) induce mesolimbic dopamine cell differentiation in the ventral midbrain
(later giving rise to the substantia nigra and VTA) at E10.5 to E13 in the mouse. The
survival of the DA cells and enzymes regulating their activity (i.e. tyrosine hydroxylase)
depend on transcription factors such as Nurrl, Pitx3, and Lmx1b for cell survival and
maintenance throughout the lifetime of the animal (see Alavian et a., 2008).

2.1.4.2 Monoamine levels and receptor expression

Dopamine and its receptors appear between E10 and E15 in the rat (Voorn et al., 1988;
Schambra et al., 1994) and reach adult concentrations at around P50 (Loizou and Salt,
1970). The dopamine transporter protein (DAT), which regulates the amount of
dopamine present in the synaptic cleft, increases in density from E18 to P28, when it
reaches adult levels and remains stable thereafter (Galineau et a., 2004). The enzymes
that catalyse degradation of dopamine are present at near adult levels in the neonate
(Karki et d., 1962).

Reports on the development of dopamine receptor expression have been inconsistent in
the literature (see Rho and Storey, 2001; McCutcheon and Marinelli, 2009). In general
however, autoradiography and immunohistochemical studies have shown that receptor
expression increases during development, peaking during adolescence and then
decreasing over adulthood. For example, in the rat striatum (including the VTA), DA
receptor levels peak between P28 and P40 (Noisin and Thomas, 1988) and decrease
after that, stabilising by 4 months of age (Andersen et al., 2000).

48



Chapter 2

However, the expression of DA receptors in prefrontal areas does not peak until P60
(Tarazi and Baldessarini, 2000). This is in line with the general delayed maturation of
this area, which is involved in executive functions such as planning and goal-directed
behaviour in both animals and humans.

2.1.5 Opioids

The opium poppy, Papaver somniforum, has given rise to some of our most potent
analgesic drugs, but has also been the cause of widespread drug abuse that blights many
lives, dueto its dual properties as pain-relieving and rewarding.

Opioids are peptides which act on the G-protein-coupled opioid receptors, mu (L),
kappa (k) or delta (3). Endogenous opioids are divided into three categories —
endorphins, enkephalins and dynorphins. These have agonist activity at all three
receptors, but each receptor displays distinct ligand sensitivity and there is much
crosstalk of opioid signalling, possibly due to receptor heterodimerisation (Sora et al.,
1997; Ikeda et a., 1999). The endogenous opioids arise from three precursor proteins
that can code for more than 20 different endogenous opioids — pro-opiomelanocortin,
prepro-enkephalin, and preprodynorphin (see Vaccarino and Kastin, 2001). Exogenous
peptides are well-known as powerful analgesics and also drugs of abuse — i.e. heroin,

codeine and morphine and their various analogues; all derivatives of opium.

The three types of opioid receptor, and the more recently discovered ‘orphanin’
receptors (‘orphan’ receptors that share a high structural homology to classical opioid
receptors) are widespread throughout the nervous system. In the spina cord, the mu
opioid receptor (MOR) is the most numerous, accounting for ~70% of receptors seen in
the substantia gelatinosa (layers | and I1) of the dorsal horn of the spinal cord (Kar and
Quirion, 1995).

Supraspinaly, mu, kappa and delta receptors (MOR, KOR and DOR) are widespread
and found in the locus coeruleus, rostroventral medulla (RVM), periagueductal grey
(PAG), ventral tegmental area (VTA), thalamus, amygdala, hippocampus and cortex
(Atweh and Kuhar, 1977). Outside of the central nervous system, they are expressed by
peripheral nociceptors, cardiac and skeletal muscle, the myenteric plexus (the major

nerve supply to the gastrointestinal tract) and various white blood cells.
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2.1.5.1 Morphine

So-named after Morpheus, God of Dreams, morphine is the opioid which acts on mu
opioid receptors and was isolated in 1806, having been used in its natura form for
hundreds of years as apainkiller. It is coded for by the Oprm gene, which codes at |east
six splice variants of the MOR (Pan et a., 2005).

Morphine is an important analgesic and, at the level of the spinal cord, mainly acts on
presynaptic C fibre terminals, decreasing neurotransmitter release and so decreasing the
ascending afferent nociceptive signal (Dickenson et al., 1987). Low doses of opioids
applied directly to the spinal cord (epidurally) can produce clinicaly effective and
localised analgesia and this fact has been exploited for pain relief during childbirth
(Saeki and Y aksh, 1993).

Supraspinally, morphine acts on many areas of the brain, including the periaqueductal
grey (PAG), rostroventral medulla (RVM), and VTA, and causes an increase in the
descending inhibition mediated by these areas, thereby decreasing pain sensation.
Injections of morphine directly into the PAG and RVM will inhibit spinally-mediated
nociception, an effect which can be blocked by the MOR antagonist naloxone (Cheng et
al., 1986; Moreau and Fields, 1986; Fang et a., 1989). Naloxone administration will
also enhance pain sensation when given alone or after ora surgery (Levine et al.,
1978a).

Once morphine has bound to the receptor, it acts by initiating signalling cascades via the
G proteins that are liberated by agonist binding to the receptor. Morphine predominantly
acts viathe G, signalling pathway, which acts by inhibiting production of cyclic AMP
(cyclic adenosine monophosphate), a second messenger molecule important in many

biological processes.

In the VTA, morphine binds to MORs on inhibitory GABAergic interneurons, causing
chloride ion influx and hyperpolarisation. This lifts the baseline inhibition of the DA
cells and activates the mesolimbic DA pathway (Johnson and North, 1992; Bonci and
Williams, 1997; Garzén and Pickel, 2001). Therefore morphine has its rewarding effects
viadisinhibition of the dopaminergic system.
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MOR signalling is terminated by phosphorylation of the receptor by GRKs (G protein-
coupled receptor kinases) which is then internalised into the cell by B arrestins. Chronic
morphine use leads to cellular tolerance of the system which reduces the effect of opioid
drugs by a number of mechanisms. These include shifts in coupling of the GPCR from
Gijo to G, downregulation of the number of MORs on the cell surface, and upregulation
of glutamate and other opioid-opposing pathways (see Borgland, 2001; Christie, 2008;
Ueda and Ueda, 2009 for comprehensive reviews).

2152 The developmental regulation of MOR expresson and

mor phine function

2.1.5.2.1 Ontogeny of MOR expression

In the first week of the neonatal rat’s life, mu and kappa are the predominant opioid
receptors, shifting to a predominance of mu and delta receptors in the adult (Ledlie et
a., 1982). Delta receptor expression appears after the first postnatal week (McDowell
and Kitchen, 1987) and the appearance of DOR subtypes is linked to the onset of
weaning (Kitchen et al., 1995).

MOR mRNA has been found in the E13 rat and is isolated to the striatum by E18
(Georges et al., 1998). Receptors are present in the rat spina cord from E16 (Kirby,
1981) and show an initial decline at birth, then a sharp rise over the first two postnatal
weeks to adult levels (Spain et a., 1985). Endogenous opioid peptides are present in
mouse brain at E11.5 and rat brain a E18 (Ruis et al., 1991; Pickel et al., 1982) and
increase to adult levels by P25 (Bayon et al., 1979).

2.1.5.2.2 Binding to opioid receptorsis seen prenatally

Opioid receptor binding, seen by in vitro quantitative receptor autoradiography studies,
is shown from embryonic day (E) 12 onwards in the striatum, and has been shown to
increase during early postnatal life to peak at 3 weeks after birth (Kent et al., 1981,
McDowell and Kitchen, 1987). In the spinal cord, MOR binding sites are diffuse
throughout the cord in neonatal rats, but become mainly localised to more superficial

laminae by adulthood. In addition, the density of binding sites peaks at P4, and declines
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to adult levels by P21 (Kar and Quirion, 1995). This shows that both the presence and
functionality of MORs changes dramatically during the first few weeks of life.

2.1.5.2.3 Morphine analgesia in the neonate

Morphine analgesiais more efficacious in human neonates than in adults (see Nandi and
Fitzgerald, 2005), and when administered epiduraly, morphine has a greater analgesic
effect in rat pups than adult animals (Marsh et al., 1999a; Marsh et a., 1999b). Animals
lacking the MOR show no morphine-induced analgesia, but no overt behavioural
abnormalities or major compensatory changes elsewhere in the opioid system,
emphasising the importance of the MOR in analgesia (Matthes et a., 1996; Kitchen et
al., 1997).

The effect of morphine is shown to increase with age, increasing by 40-fold between P3
and P14 (Giordano and Barr, 1987), with the analgesic potency of morphine proposed to
reach adult levels by P14 (Barr and Lithgow, 1986). This changing efficacy, in addition
to the proliferation of receptors that occurs during development, could aso in part be
due to changing ratios of morphine metabolites during development. Morphine is
metabolised into morphine-3-glucuronide (M3G) and morphine-6-glucuronide (M6G),
which are anti-analgesic, and analgesic, respectively. Therefore the analgesic efficacy of
morphine partly depends on this metabolism-defined ratio, which is different in
prematurel y-born neonates, and matures with age (Hartley et a., 1994). The increased
potency of morphine in young animals could also be partialy due to a blood-brain
barrier with higher permeability than that of the adult (Kupferberg and Way, 1963).

2.1.5.2.4 Chronic morphine administration in the neonate alters opioid
signalling

Chronic morphine, administered from P1 to P4, results in a decrease in brain MOR
density, which gradually recovers to control levels by P14 (Tempel et a., 1988), and
alters opioid receptor numbers and sensitivity, desensitising animals to opiate analgesia
throughout life (Thornton and Smith, 1998). Morphine administration during the first
week of life also causes increased MOR binding and decreased hot plate latencies in
adulthood (Handelmann and Quirion, 1983; Handelmann and Dow-Edwards, 1985).
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Similar to the effects of exogenously applied morphine, administration of the
endogenous endorphin beta-endorphin also showed a decrease in opiate receptors in the
brain in adults (Zadina et al., 1985). Furthermore, prenatal morphine administration to
pregnant dams caused reduced adult morphine analgesia (Johannesson and Becker,
1972; O'Cdlaghan and Holtzman, 1976). Together, these experiments show that
prenatal and early morphine/opioid exposure to the neonatal rat causes long-term
alterations in brain opiate receptors. This effect is sexually dimorphic, with opposite
morphine analgesic responses seen in adult males and females after 7 days of repeated

morphine exposure within the first week of postnatal life (Arjune and Bodnar, 1989).

2.1.5.2.5 Modulation of opioid signalling by external influences

The opioid system is sensitive to perturbance during development by factors such as
stress, injury, and exposure to opioid antagonists. Footshock and recurrent testing on the
hot plate test have both shown a later decrease in opioid sensitivity, as reflected by an
increased latency to response on the hot plate test, and decreased naloxone binding after
repeated hot plate stress (Bardo et al., 1981; Torda, 1978). Juvenile isolation between 4
and 5 weeks of life will induce stress, and alters opioid binding in the brain and opioid
release after later socia interactions (Van den Berg et a., 1999a; Van den Berg et dl.,
1999b). Blocking opioid signalling (with the opioid antagonist naltrexone) during
development can affect dendritic spine development in the cortex and hippocampus,
showing that opioid signalling is in part responsible for neuronal development (Hauser
et a., 1989). This evidence suggests roles for opioid signalling in brain development

and social behaviours, in addition to its more well-known roles in analgesia and reward.

2.1.5.3 Morphineisrewarding

In humans, morphine is rewarding, due to its ability to induce euphoria and relaxation
and morphine and the morphine derivative, heroin, are both drugs of abuse. A large
body of evidence has confirmed that morphineis rewarding in the VTA of animals. Rats
will self-administer morphine and morphine agonists directly into the VTA, and MOR
antagonists i.e. naloxone prevent this behaviour (Bozarth and Wise, 1981; Self and
Stein, 1993; David and Cazala, 19944). Injection of morphine and the MOR agonist
DAMGO ([D-Ala2, NMPhe4, Gly(ol)5]enkephalin) into the VTA causes conditioned
place preference (CPP) and morphine-induced CPP is now used as an animal model for
drug-taking, withdrawal and relapse (Lin et a., 2010).
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A large body of evidence accumulated over the years has shown that the mu receptors
of many areas of the brain, including the nucleus accumbens, hypothalamus and
amygdala, contribute to the rewarding effects of opiates (see Le Merrer et a., 2009).
Knocking out the Oprm gene in mice that codes for the MOR causes aterations in both
analgesia and reward behaviours. Matthes et a (1996) showed that MOR KO mice lose
morphine-induced analgesia, cannot learn conditioned place preference, and do not
develop physical dependence. Later papers studying genetically engineered animals that
lack the MOR have shown deficits in reward behaviours, therefore confirming its
essential role in reward processing (Sora et a., 1997; Kieffer and Gaveriaux-Ruff,
2002).

Morphine fails to induce rewarding effects in animals that have inflammatory or nerve
injuries, and DA release in the VTA is markedly attenuated in these pain models
(Suzuki et a., 1996; Ozaki et a., 2002). This is suggested to be due to a sustained
reduction in the ERK signalling pathway in DA cells in neuropathic animals (Ozaki et
al., 2004) and could provide a reason why patients that use morphine as an analgesic do
not tend to get addicted to it (Fields, 2007).

2.1.5.4 Morphine and dopaminergic signalling

The rewarding effects of morphine are due to the disinhibition of the DA system.
Evidence for this arises from a number of studies looking directly at the effect of one
upon the other. For example, morphine's rewarding effects are blocked by dopamine
antagonism in rats (Suzuki et al., 1995), while D2 receptor KO mice do not exhibit the
rewarding effects of opiates (Maldonado et a., 1997) and the MOR antagonist naloxone
can block the motivationa effects of dopamine signalling (Shippenberg and Herz,
1988). Recent work has shown that morphine will activate the dopaminergic cells of the
VTA (as seen by expression of the immediate early gene Fos) regardless of the presence
of a noxious stimulus (formalin injection into the hindpaw), emphasising that morphine
will activate dopaminergic circuits, even in stressful situations (Bajic and Commons,
2010).

In humans, dopamine D2 receptors are crucial in reward and addiction (see Volkow et
al., 2009) and endogenous opioids can modulate DA reward systems (see Fields, 2004).

54



Chapter 2

Placebo may involve endogenous opioid systems (Benedetti et al., 2005), and a PET
study using a specific MOR tracer shows that placebo activates MOR-mediated

neurotransmission (Zubieta et a., 2001).

2.1.6 Reward processing in the neonate —the role of dopamine

Dopamine aso has acritical rolein reward processing in the neonate. Amphetamine and
cocaine, which both increase DA levels, induce place preference in the neonate rat (P3
to P10) (Barr and Lithgow, 1986) and rats in the first week of life can learn to nudge a
lever to receive electrical stimulation of dopaminergic sites in the brain (Moran et al.,
1981; Lithgow and Barr, 1984). Preweanling mice (<P21) can aso exhibit conditioned

place preference to a compartment previously paired with cocaine (Laviolaet a., 1992).

D1 and D2 receptor antagonism during development shows that the receptors contribute
to reward behaviours with a differing developmental profile. Using conditioned place
preference as a measure of reward-related behaviour, D1 receptor antagonism blocks
place preference to the same extent as it would in the adult, whereas D2 receptor
antagonism affects CPP in the P10 but not the P17 rat (Pruitt et al., 1995), showing that

the relative balance of dopamine receptor subtype alters during development.

2.1.6.1 Bonding behaviour is mediated by dopaminer gic pathways

The process of an anima bonding, or attaching, to its mother is crucia for survival.
John Bowlby (1958; 1978; 1988) devel oped modern attachment theory —the idea that an
infant will learn to form a bond to its primary caregiver, who protects, feeds and
supports it. This attachment has been proposed to be rewarding for both offspring and
mother and it is thought that bonding behaviour is in part dopaminergically mediated
(see Insel, 2003), and that attachment learning, as well as fear learning, relies on

dopaminergic signalling in the amygdala (Barr et al., 2009).

Neonates can learn and show preference for a lactating over a non-lactating nipple
(Kenny and Blass, 1977) and the dopamine system is critical for this (Becker and
Smotherman, 1996). Knock-out studies show that a lack of dopamine during the first
two weeks of neonatal lifeis not fatal (Zhou et al., 1995), but it is nevertheless a critical
period during which disturbances of the maternal bond can have long-lasting effects on

the DA system. Maternal deprivation alters patterns of dopamine receptors, dopamine
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release and dopaminergic cell number in the VTA and NAcc in adulthood (Meaney et
al., 2001), and postnatal exposure to glucocorticoid stress hormones causes an increase
in the number of dopaminergic cells in both the VTA and the substantia nigra pars
compacta (SNpc) (McArthur et al., 2005).

Attachment behaviour also relies on activation of the DA reward pathways in the
mother. Human fMRI studies have shown that the BOLD signal in the VTA isincreased
in mothers when they viewed video clips of their infants (Noriuchi et al., 2008) and Dbh
knockout mice (that lack the gene to produce dopamine B-hydroxylase) fail to nurture
their offspring (see Palmiter, 2008). Dopamine is released upon pup exposure and VTA
or NAcc lesions interrupt maternal care (see Insel, 2003). Taken together, these data
suggests that dopamine is important for learning attachment in the neonate and for

maternal behaviour in the parent animal.

2.1.7 Morphine is rewarding in the neonate

Many papers have shown that morphine can induce reward behaviours in young
animals, and that chronic morphine administration can cause tolerance to its analgesic
effects, smilar to the adult. Morphine or met-enkephalin (an opioid peptide that acts on
MORs) administered directly into the VTA of the P4 and P5 rat caused odour-cued
place preference, whereby the neonate associates a place where they received the
morphine to a specific odour i.e. oranges, and will then return to the orange-smelling
box when given the choice (Barr and Rossi, 1992; Kehoe and Blass, 1986¢). Analgesic
tolerance to opioids can develop in both neonatal humans, as seen by an increase in
dosage needed to reduce pain behaviours and maintain sedation (Taddio and Katz,
2004) and, to a lesser extent, animals (Van Praag et a., 1993; Van Praag and Frenk,
19914).

Studies investigating morphine withdrawal have shown that the neonatal rat exhibits
withdrawal behaviours after chronic morphine treatment (>5 days). Shaking,
vocalisations, escape behaviour and hypersensitivity to noxious stimuli are seen, which
are the same as those seen in the adult (Ceger and Kuhn, 2000; Jones and Barr, 1995;
McPhie and Barr, 2000; Gong et al., 2010; Zhang and Sweitzer, 2008). Furthermore,
withdrawal from chronic morphine in the neonate sees activation (as measured by c-Fos

expression) of the same brain regions that are active during withdrawal in the adult,
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including the periaqueductal grey, locus coeruleus, and nucleus accumbens (McPhie and
Barr, 2009).

Related to the rewarding effects of materna attachment, mu opioid receptor KO mice
show deficits in attachment behaviours. They do not show a preference towards their
mother’s cues and do not exhibit distress responses to maternal deprivation (Moles et
al., 2004), lacking the motivational drive to seek maternal care. The authors suggest that
the rewarding effect of attachment islost in these animals.

2.2 Hypotheses

The evidence presented above shows that morphine activates dopamine pathways, and it
has therefore been chosen as a trigger for the DA system in this set of experiments.
While it is evident that dopaminergic pathways are active in the first days of life in
learning and maternal attachment, we wished to explore the integrity of dopaminergic
reward pathways in the newborn. This is an important predicate of the hypothesis that
early injury can affect reward processing in the adult, due to the overlap of the pain and
reward systems. The aim here was to perform a quantitative comparison of the
activation of the dopaminergic system in young and adult rats with morphine. The
activation of dopaminergic cells in the VTA was measured using pERK expression

following systemic morphine administration.

We hypothesised that:
e The dopaminergic system in the VTA isfunctional in the newborn rat.
e Administration of a rewarding stimulus, morphine, will activate the DA cells of
the VTA in the newborn.
e The effect of morphine on DA cell activation in the VTA will not alter
significantly with postnatal age.

2.3 Methods

Sprague-Dawley male and female rats were used at postnatal days (P) 7, P21 and adult
(>P50). Five groups were designated (see Table 2-1):
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Treatment group NI [P
group
Baseline (no injection) 3-4
Single subcutaneous (s.c.) saline 3.4
dose

Repeated s.c. saline dose 4
Single s.c. morphine dose 4
Repeated s.c. morphine dose 4

Table 2-1 — A table to show the treatment groups and numbers of animals per group.

2.3.1 Timeline

The diagram below is a schematic of the experimental design.

Dayl @ Day2 : Day3 ! Day4 ' Day5s

(P3 or P17) ! ! ! . (P7 or P21)
| i E 'S
1 \ \ h O
) 1 [l 1 | “\‘
oot AR\ |
njeotion (/7 S\| : (4 A
ae lae ke el oag
N ! R ! R ! N ! SN
_x_ ' _x_ ' A ! = ' 2
eatont_/2_ (/2 D/ DL DS
injection\_ /2 S /2, (_ﬁé 2 ,_ﬁé 2 (_ﬁé 2. S

Figure 2-3 — A schematic diagram to illustrate the time-line of the experiment. Animals either
received a single (top row) or repeated dose (lower row) of morphine or saline. The single dose was
administered on one day only. The repeated dose regime began 5 days prior to sacrifice so that the
animalsin each age group wer e sacrificed on the same day.

Animals were killed on day 5, 30 minutes after the fina morphine/saline injection, by
intraperitoneal (i.p.) injection of an overdose of pentobarbital, and transcardially
perfused with 4% paraformaldehyde (PFA). Brains were dissected out, post-fixed in 4%
PFA for 4 hours, then transferred to a 30% sucrose and azide solution (see Solutions)
and stored at 4°C.
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2.3.2 Morphine administration

2.3.2.1 Ages

e Morphine was administered subcutaneously (s.c.) in 0.9% saline solution to the
neonate (<P7), preweanling (P21) and adult (>P50, >180g). Control animals
received saline only injections.

e The ages were chosen to reflect key periods of development for the animal. The
first three weeks of life are a time of great developmental plasticity in the rat
CNS (see Fitzgerald, 2005) and the literature on dopaminergic development
during this time suggests that changes in receptor expression and subtype as well
as maturation of functional reward pathways are taking place over this period
(see McCutcheon and Marinelli, 2009).

e These time points also correspond to the ages used later in this thesis to test the

effect of painin early life on later reward processing (see Chapters 3 and 4).

2.3.2.2 Single dose of mor phine:

e Inthis group of experiments, animals received one s.c. morphine injection only,
as shown in Figure 2-3.

e Thedosage and volume used are detailed in Table 2-2:

Age Dose \{o!ume of
Injectate
P7 5mg/kg 100ul
P21 10mg/kg 200ul
Adult 10mg/kg 200ul

Table 2-2 - A tableto show the ages, doses and volume of injectate in the single mor phine injection

2.3.2.3 Repeated dose:

group

e Inthisgroup of experiments, animals were injected s.c. once daily for 5 days, as
shown in Figure 2-3.

¢ Repeated injections over 5 days was chosen as the literature suggests that thisis
long enough to allow tolerance to morphine to occur (see Ueda and Ueda, 2009;
Christie, 2008).
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o For repeated injection, dosage and volume used are detailed in Table 2-3

(below):
Age Dose \{o!ume of
Injectate
P3 to P7 5mg/kg 100pl
P17 to P21 10mg/kg 200ul
Adult 10mg/kg 200ul

Table 2-3 - atable to show ages, doses and volume of injectate in the repeated mor phineinjection

groups

2.3.2.4 Rationalefor dosage

e As this experiment was to investigate reward processing, it was important to
choose a dosage that was known to activate the reward pathways.

e Anagesic doses are lower than those used in the reward/addiction literature and
in the neonate range from 0.1mg/kg to 5mg/kg (McKelvy and Sweitzer, 2009;
Abbott and Guy, 1995; Marsh et al., 1997).

e The reward literature uses higher doses of opioids to stimulate the supraspinal
dopaminergic system. Doses range from 5mg/kg up to 20mg/kg (Barr and
Wang, 1992; Narita et a., 2004a; Jones and Barr, 1995; Ceger and Kuhn, 2000).
For the purposes of this experiment, a dose of 10mg/kg was chosen. As
morphine causes respiratory depression, this dose was halved for animals <P7,
to 5mg/kg. This prevented respiratory depression or hypothermia.

e Behavioura responses (sedation and analgesia) were tested following morphine
administration using loss of righting reflex and increased threshold to noxious

mechanical stimulation (using von Frey hair).

2.3.3 Immunohistochemistry

Tyrosine hydroxylase (TH) is present in al dopaminergic cells and so was chosen as a
DA cdl marker in this experiment. Phosphorylated ERK (pERK) was chosen as a
marker of cell activation in the dopaminergic cells. Other studies have shown the
activation of the DA system by co-localisation of TH and pERK in the VTA (Ozaki et
al., 2004), and shown that morphine specifically upregulates pERK in the DA cells of
the VTA (Berhow et al., 1996).
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The following protocol was used for immunostaining:

10.

11.
12.

13.

40um sections of the ventral tegmental area were cut on the freezing microtome
and placed into wells containing 5% sucrose in azide (see Appendix 1:
Solutions).

Sections were transferred to Rohren tubes (Sarstedt, Leicester, UK) 6 sections
per tube, each at a distance of 240um from each other, and blocked in 3% goat
serum for 1 hour (see Appendix 1).

Phosphorylated ERK antibody (Cell Signaling Technology, MA, USA) was
placed onto the sections at a 1:250 dilution (4ul per ml) in TTBS (see Appendix
1). The tubes were incubated overnight at room temperature.

Sections were washed with 0.1M PB (see Appendix 1), 3 times, for 10 minutes
per wash.

The pERK secondary antibody was placed onto the sections. This was
biotinylated anti-rabbit, raised in goat (Vector Laboratories Inc., CA, USA), at a
1:500 dilution (2ul per ml) in TTBS. Sections were incubated for 90 minutes at
room temperature.

Sections were washed as above.

The avidin-biotin protocol was used to amplify the signal. Using the Vectastain
ABC kit (Vector Laboratories Inc., CA, USA), 4ul of ‘A’ and 4ul of ‘B’ per ml
TTBS were stirred for 30 minutes.

Avidin-biotin solution was placed onto the sections for 30 minutes at room
temperature.

Sections were washed, as above.

Biotinylated tyramide (Perkin EImer Life Sciences, MA, USA) was diluted with
the amplification diluent 1:75 (13.3ul per ml) and placed onto the tissue for 7
minutes.

Sections were washed.

FITC avidin (Vector Laboratories Inc., CA, USA) was placed onto the tissue at a
concentration of 1:600 (1.67ul per ml) in TTBS for two hours. Sections were
kept in the dark to prevent bleaching of the fluorophore.

Sections were washed.
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14. The tyrosine hydroxylase primary antibody (Chemicon, MA, USA) was placed
onto the tissue at a concentration of 1:1000 (1l per ml) in TTBS and was kept
in the dark to incubate overnight at room temperature.

15. Sections were washed.

16. The tyrosine hydroxylase secondary antibody was placed onto the sections. This
was the fluorophore 594-alexa anti-rabbit, raised in chicken (Invitrogen Ltd.,
Paisley, UK) at a dilution of 1:500 (2ul per ml) in TTBS. Sections were
incubated in the dark for 2 hours at room temperature.

17. Sections were washed and transferred to 0.0lM PB and mounted onto
gelatinised dlides, kept in the dark as much as possible to prevent bleaching of
the fluorophores.

18. Slides were dried in the dark overnight at room temperature and coverslipped
with Fluoromount (Sigma-Aldrich, Dorset, UK).

2.3.3.1 Immunohistochemistry controls

Four control tubes of sections were prepared to check for the effects of non-
specific binding of the antibodies (where the antibody binds to the tissue at
random instead of to the protein of interest). The control tubes underwent the
same washing and staining as the experimental tubes at all stages of the protocal,
except the sections were not exposed to the antibody at the relevant stage of the
protocol, and were placed into 0.1M PB instead.

The tubes were prepared under one of the four following conditions:

The pERK primary antibody was absent

The pERK secondary antibody was absent

The TH primary antibody was absent

A WwDdpE

The TH secondary antibody was absent
These sections are not shown as the background levels of fluorescence were so

low that the tissue is not visible.

2.3.4 Definition of the ventral tegmental area

e The co-ordinates of the VTA, as defined by the stereotaxic atlas of Paxinos and
Watson (2004) are as follows:
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From Bregma
Anteroposterior: -5.5mm
Dorsoventra: -9.6mm
Mediolateral: +0.5mm

e However, the neonatal brain is smaller than the adult brain, so these co-ordinates
need to be scaled accordingly and change during development. To overcome this
problem and enable consistent identification of the VTA for counting purposes,
the entire ventral part (see black dotted box, figure below) of sections of adult
and neonate tyrosine hydroxylase staining (see bottom panel) were compared to

identify common cytoarchitectural features.

3 I
§ vy |
i 1 1

Figure 2-4 - A diagram to show the VTA as defined by the atlas of Paxinos and Watson (2004),
highlighted by the white and black oblongs in the top two panels. The black dotted section on the

left panel represents the same area that is shown in the bottom panel. The bottom pandl illustrates
the pattern of tyrosine hydroxylase staining (red fluorescence) in the adult rat. The dotted white
line delineates the ventral boundary of the tissue. The white oblong highlights the area defined as
the VTA.
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As there was no difference in the characteristic pattern of tyrosine hydroxylase
staining over the three ages, the same features of TH staining were used as

landmarks across all three age groups.

Visualisation of sections

Slides were visualised using a fluorescent microscope (Leica DMR). The
tyrosine hydroxylase secondary antibody (alexa-594) fluoresces at an optimal
wavelength of 594nm and appears red under the appropriate filter, and the
phosphorylated ERK tertiary antibody (FITC) fluoresces optimally at 488nm
and appears green under the appropriate filter.

The left VTA of each section was visualised first under the relevant wavelength
filter to see fluorophore excitation and a photograph taken of the VTA at x20
magnification. The filter was then changed to visualise pERK staining and
another image of the same area captured. Photographs were taken using a
Hamamatsu camera linked to the microscope. Images were visualised using
OpenLab 4.0.4 software (Improvision Openlab).

Cell counting

Once images were captured, the number of TH cells and then the number of
PERK cells per image were counted within the defined region. The images were
then merged using the image software and the number of co-expressing cells
(appearing yellow) per image counted.

The VTA was photographed bilaterally in each section.

5 sections were analysed per animal, with 4 animals in each group.

Analysis of cell counts

From raw cell counts, the percentage of tyrosine hydroxylase-positive cells that
co-expressed pERK was cal cul ated.

To control for the change in cell density with age, which could confound the
comparisons of cell counts across age groups, estimates of cell density were
performed in the VTA at each age from Nissl stained sections.

Briefly, tissue was collected and slides produced as previously described. Once
slides were dry, they were placed into a toluidine blue (Nissl) stain to mark all
cellsfor 10 minutes, then dehydrated and coverslipped with DPX.
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¢ Nisd stained slides were visualised with light microscopy and all stained cells
(neurons and glia — see Figure 2-5) counted under the same conditions as the
fluorescent sections at the three ages studied (P7, P21 and adult) to give total

cell counts per unit area.

Figure 2-5— A representative picture of adult Nissl cell staining of the VTA, showing neuronsand
glia.

e These counts were then multiplied by the area counted (calculated as 0.53mm?)
to give cell density/mm?.

e Oncethetotal cell density was calculated, a one-way ANOVA (GraphPad Prism
v.4) compared total cell numbers across ages, and a comparative ratio defining
the adult as the standard of ‘1’ was calculated (see Results). Cell counts from P7
and P21 animals were then scaled accordingly.

e Using the scaled data, averages within animal were calculated, and then group
averages calculated.

e One or two-way ANOVAs were performed (using GraphPad Prism v4) to
check for group differences, depending on which test was suitable. For one-way
ANOVA, Tukey's Multiple Comparisons post-hoc tests were performed to find
the direction of any differences. For two-way ANOVA, Bonferroni’s post-tests
were performed for the same reason.

e ANOVA is a parametric method of analysis, so all data was checked for a
normal distribution (D’ Agostino and Pearson omnibus normality test) prior to
analysis. Any non-normal data was analysed using the appropriate non-
parametric test i.e. the Kruskal-Wallis test for aone-way ANOVA.
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2.4 Results

2.4.1 Baseline data

The data presented in this chapter is the result of counts of subpopulations of cellsin the
ventral tegmental area after various treatments at different ages. Therefore to begin, data
are presented on the change in cell density in the VTA with age from Niss stained
sections, and the change in relative populations of dopaminergic and pERK-positive
cells.

2.4.1.1 Total cel density in the VTA changes with postnatal age

The number of cells per unit area in the VTA decreases during development. Cell
density was calculated by counting the total number of cells per unit area (0.53mm?) in
VTA sections from the Baseline treatment group (n=3) per age to provide cells per mm?
(see Analysis of cell counts section in Methods). Table 2-4 and Chart 2-1 (below) show
the total number of cells per mm? at each age and the bar chart of this data.

P7 | P21 | Adult
(n=3) | (n=3) | (n=3)
Mean | 998.9 | 896.5 | 755

SD 63.6 | 100.6 | 23.1
SEM | 36.7 58.1 13.4

Table 2-4 — A table to show the averagetotal cell counts at each age. 5 sections wer e counted from 3

different animalsin the Baseline group at each age. Animal, then group, averages were calculated.

10004 ———
~ 1
E ool Chart 2-1 — A bar chart to illustrate the total
? cell density at each age point. *p<0.05; One-
< 5004
3 way ANOVA with Tukey’'s Multiple
8 2501 .
Comparisons post-tests.
° P7 P21 Adult

Postnatal age

Chart 2-1 shows that there is a statistically significant fall in cell density in the VTA
with age (p<0.05; One-way ANOVA, Tukey's Multiple Comparisons post-tests). The
density of cellsis greater in the P7 (at ~1000/mm?), and declines over development to a
density of 755/mm? in the adult rat.
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2.4.1.2 Ratio of total cell density

To adjust for thisfall in density with age, aratio was calculated that could be applied to
all DA cell counts. Using the adult data as the baseline of ‘1’, the comparative ratio
below was cal cul ated:

P7 P21 Adult
1.323 | 1.187 1

Table 2-5— A table to show the comparativeratio calculated with Adult data asthe baselineof ‘1'.

To alow for the change in density with age, cell counts were adjusted using the above

ratio.

2.4.2 The baseline relative number of dopamine cells in the VTA

does not differ across different developmental ages

Average dopamine (i.e. TH-positive) cell counts from each animal in all groups (n=3-4
animalsin 5 treatment groups giving an n of 17-20 at each age) were calculated. The P7
and P21 counts were scaled to allow for the overal change in cell density that occurs
with age. Table 2-6 and Chart 2-2 illustrate the data:

P7 P21 | Adult
(n=20) | (n=19) | (n=17)
Mean | 60.7 53.3 61.2

SD 10.2 12.2 9.6
SEM 2.2 2.8 2.3

Table 2-6 — a table to show the adjusted mean TH+ cell countsin each age group.

60.7 61.3
[ Y 53.3 £23
= —_T
3 128 Chart 2-2 — a bar chart to illustrate the
L o 50+ . . .
E 3 4o adjusted mean number of dopaminergic cells
< Q
g% a0 acr oss ages.
T c
B 3 204
T (&)
g 104
0
P7 P21 Adult

Postnatal age

Chart 2-2 shows that the relative density of dopaminergic tyrosine hydroxylase-positive
cells per mm? does not differ significantly with age (p>0.05; One-way ANOVA).
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2.4.2.1 The overall percentage of dopaminecellsin the VTA at baseline
Is between 13 and 15%

The dopaminergic (TH+) counts were also expressed as a percentage of total cells
counted and in this case no adjustment for cell density was required. Figure 2-6
illustrates how calculating percentages can circumvent (and hide) underlying

developmental changesin cell density.

@% [0l
@@Q@{JQQ R
@@ RO ¢ @@@
DA cells @@ @ &
_ @@@Q 5o %08

Figure 2-6 — A figuretoillustrate how cell density may decrease with age, but relative density of
cellsof interest i.e. DA cells, does not. The percentage of DA cells stained in the lower panel isthe

same across all three ages—50% - thereforethe relative density remainsthe same.

The percentage of DA cells did not change with age, remaining between 13.3 and
15.31% of the total cell population (one-way ANOVA). Table 2-7 and Chart 2-3
(below) show this data:

P7 P21 Adult

(n=20) | (n=19) | (n=17)

Mean 15.2 13.3 15.3
SD 2.5 3.0 2.4
SEM 0.6 0.7 0.6

Table 2-7 —atable to show the aver age per centage of DA cells out of the total number of cellsat

each age point.
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1001
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© % 50 per centage of dopamine cells of the total cell
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P7 P21 Adult

Postnatal age

Whilst the total cell density may decrease with age, the relative percentage of

dopaminergic cells does not differ.

2.4.3 The baseline relative density of pERK-positive cells decreases
in the VTA during development

Average pERK-positive cell counts from each animal in all groups (n=3-4 animalsin 5
treatment groups giving an n of 17-20 at each age) were calculated. Data was then
converted to cell density (per mm?) and the P7 and P21 data scaled according to the
ratio of cell density. Table 2-8 and Chart 2-4 illustrate these data:

P7 P21 | Adult
(n=20) [ (n=19) | (n=17)
Mean | 52.9 47.5 29.9

SD 26.1 24.8 12.5
SEM 5.7 5.7 3.0

Table 2-8 —atable to show the average pERK -positive cell density at each age point

*%*

52.9

_ +5.7 475 4 — i
} 60 T i Chart 2-4 — A bar chart to illustrate the
504 T . - :
g density of pERK-positive cells in each age
2~ 404 29.9
“:é E +3.0 group.
5 E30-
2 8 201
2
8 101
0] T T
P7 P21 Adult

Postnatal Age

Chart 2-4 shows that the relative density of pERK-positive cells at baseline in the VTA
decreases during development from 52.9/mm? in the P7 animals to 29.9/mm? in the
adult. This is a significant decrease (p<0.01; One-way ANOVA, Tukey’'s Multiple
Comparison’s post-tests).
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2.4.3.1 The percentage of pPERK-positive cellsin the VTA at baseline
does not change with age

This reduction in density of pERK cells with age is reflected in the percentage
calculations but in this case, it is not significant. The percentage of pERK -positive cells
of the total cell number in the VTA is 5.3% in both the P7 and P21 animals, and 4% in
the adult, as shown in Chart 2-5 (below). There is no significant difference between
ages (p>0.05, One-way ANOVA).

P7 P21 Adult
(n=20) | (n=19) | (n=17)
Mean 53 5.3 4.0

SD 2.6 2.8 1.7
SEM 0.6 0.6 0.4

Table 2-9 —atable to show the mean percentage of pERK -positive cells of thetotal number of cells

at each age point.

100+

e}
Q
IS
2 Chart 2-5 — A bar chart to show the
o N
g E per centage of pERK-positive cells out of the
P 504
2% total number of cellsat each age.
£ ° 5.3 5.3 4.0
o +0.6 +0.6 +0.4
o 0 1 T 1 1 T 1
P7 P21 Adult

Postnatal Age
To summarise, the data presented above show that, at baseline, the cell density of the

VTA decreases over development but the total percentage of DA and pERK-positive
cells does not change. Adjusting cell countsto give arelative density at each age shows
that the density of DA cells does not change with age, but the density of pERK-positive

cells decreases over development.

2.4.4 The effect of morphine on activation of dopamine cells at
different ages

The am here was to investigate the activation of DA cells in the VTA in response to

morphine at different ages. Activation of DA cells was measured by pERK expression.

Therefore in control animals (baseline and saline-injected) and in morphine-treated

animals, the adjusted cell counts of TH+, pERK+ and the percentage of co-expressing

cells were calculated and the results compared across different treatment groups. The
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data are initialy presented within each age group. Representative pictures of cell

staining at each age are presented at the end of the section. Table 2-10 is a reminder of

the five treatment groups in each age group:

Treatment group

Number per

group

Baseline (no injection)

3-4

Single subcutaneous (s.c.)
saline dose

3-4

Repeated s.c. saline dose

Single s.c. morphine dose

Repeated s.c. morphine dose

Table 2-10 — A tableto show the treatment groups and number of animals per group.

2.4.4.1 Morphine activation of dopamine cellsat P7

All results presented below have been adjusted to account for the differences in total

cell density across age groups. Table 2-11 (below) gives the adjusted average cell

counts of dopamine (TH+), activated (pERK+) and co-expressing cells in each of the 5

treatment groups. The final column on the right shows the percentage of TH+ cells that
also express pERK. Chart 2-6 illustrates the data presented in the table.

. Percentage
P7 TH+ HERIGE | R of TH+ cells expressing pERK
Baseline (n=4) 69 +6.0 32+104 716 11.5+28
Single saline
75+6.3 22+3.0 2+05 3.3x1.0
(n=4)
Repeated
) 82+8.5 37+6.8 7+1.0 9.3+23
saline (n=4)
Single
) 82+3.6 46 + 8.7 24+6.1 30.0+£8.1
morphine (n=4)
Repeated
) 94+438 47 +11.2 23x7.5 23.0+£6.3
morphine (n=4)

Table 2-11 — A tableto show the average cell counts (+SEM) in each treatment group in the P7 age

group.
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#
40+ *%
T #
304 ** # = P<0.05 compared to

single saline

** = p<0.01 compared to
repeated saline

% TH+ cells
expressing pERK
N
o

Treatment group

Chart 2-6 — A bar chart toillustrate the percentage of TH+ cells co-expressing pERK in each

treatment group in the P7 age group.
These results show that both single and repeated morphine injection significantly
(p<0.05) increase TH+ cell activation (as measured by pERK expression) above saline
control group levels. A single morphine injection causes an increase (p<0.05) in
activation from 3.31% in the single saline group to 30% in the single morphine group.
There is a significant (p<0.01) increase in activation between the repeated saline group
(9.25%) and both the single (30%) and repeated morphine (23%) groups (One-way
ANOVA, Tukey's Multiple Comparison’s post-tests). Therefore morphine activates the
dopaminergic cells in the P7 animal when administered both singly and repeatedly over
5 days.

2.4.4.2 Morphine activation of dopamine cellsat P21

All results presented below have been adjusted to account for change in total cell
density across age group. Table 2-12 (below) gives the adjusted average cell counts of
dopamine (TH+), activated (pERK+) and co-expressing cells in each of the 5 treatment
groups. The final column on the right shows the percentage of TH+ cells that also
express pERK.
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P21 TH+ DERK+ Co- _ Percentage_ of TH+
expressing | cells expressing pERK
Baseline (n=3) 45+43 18+1.3 4+1.0 93zx21
Single saline (n=4) | 68+7.8 25+11.0 4+1.3 55+1.6
Repeated saline
74+4.8 37+£13.3 3+11 43+12
(n=4)
Single morphine
60 +5.8 35+6.5 15+4.4 24.3+55
(n=4)
Repeated
72+4.0 36+4.4 13+3.6 19.8+45

morphine (n=4)

Table 2-12 — a table to show the average cell counts (SEM) in each treatment group in the P21 age

group.
40- k4
#
*k # = P<0.01 compared to
304 T acute saline
*%

** = p<0.05 compared to
acute and chronic saline

¥ = p<0.05 compared to
baseline

% TH+ cells
expressing pERK
N
o

Treatment group

Chart 2-7 — A bar chart toillustrate the percentage of TH+ cells expressing pERK in each
treatment group in the P21 age group.
Chart 2-7 shows that a single morphine injection significantly increases the percentage
of TH+ cells that also express pERK above baseline and saline control group levels
(p<0.05; One-way ANOVA, Tukey’s Multiple Comparison’s post-tests).

A repeated morphine injection also significantly increases the percentage of TH+ cells
that express pERK above saline control group levels (p<0.05; One-way ANOVA,
Tukey’'s Multiple Comparison’s post-tests). These data show that morphine increases
the activation of the dopaminergic cells in the P21 anima when administered both
singly and repeatedly over 5 days.
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2.4.4.3 Morphine activation of dopamine cellsin the adult

Table 2-13 (below) gives the adjusted average cell counts of dopamine (TH+), activated
(PERK+) and co-expressing cells in each of the 5 treatment groups. The final column on

the right shows the percentage of TH+ cells that express pERK.

Adult TH+ DERK+ Co- _ Percentage_of TH+ cells
expressing expressing pERK
Baseline (n=3) 58+3.8 | 16+0.8 3+04 5.6+04
Single saline
58+32 | 12+x1.1 3+x05 55+0.5
(n=3)
Repeated saline
65+20 | 10x15 2+04 3307
(n=3)
Single
. 51+40 | 25+24 12+ 3.0 26.6+6.6
morphine (n=4)
Repeated
. 71+42 | 15+28 5+1.1 74+1.2
morphine (n=4)

Table 2-13 —a table to show the average cell counts (SEM) in each treatment group in the adult
age group.

401

*%

7

w
o
A

** = p<0.01 compared to
all other groups

% TH+ cells
expressing pERK
N
g

=
o
A

Treatment group

Chart 2-8 —abar chart toillustrate the per centage of TH+ cells expressing pERK in each treatment

group in the adult age group.

These results show that a single morphine injection significantly increases the
percentage of TH+ cells that express pERK above al other treatment groups (p<0.01;
One-way ANOVA, Tukey's Multiple Comparison’s post-tests). Repeated morphine
injection, however, does not significantly increase the percentage of TH+ cells that

express pERK above control group levels.
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These data show that of the five treatment groups, only a single morphine injection
activates dopaminergic cells in the adult animal, and that in contrast to the effects at P7
and P21, repeated morphine injection does not activate dopamine cells above control

group levels.

2.4.5 Comparing control groups across ages

2.4.5.1 Control group data does not differ between groups or across
the ages

Comparing control groups to each other and across the ages shows that the percentage
of TH+ cells expressing pERK does not change significantly with age (2-way ANOVA
with Bonferroni post-tests, all values p>0.05). These data are shown in Chart 2-9
(below).

=) Baseline

EZE3 Single Saline
E==3 Repeated Saline

% TH+ cells
expressing pERK
N
e

P7 P21 Adult
Age group

Chart 2-9 — A bar chart toillustrate that the percentage of TH+ cells expressing pERK in thethree

control groups acr 0ss ages.

These data also show that injection of saline does not increase the pERK expression in
TH+ cells above baseline levels, and aso that an injection per se does not affect the

percentage of TH+ cells expressing pERK.

2.4.6 Comparing the effects of morphine across age groups

Chart 2-10 shows the percentage of TH+ cells that express pERK after either single or
repeated morphine, plus control data, at each age. Control data was pooled from the
baseline, single and repeat saline injection groups.

75



Chapter 2

401
0 [==21 Single Morphine
3 30- E==H Repeated Morphine
= E= Control
2
O 201 -
o e
< o
@ o
o 104 .
o o
s || | =IE
ol L] B ] [l

p21 Adult
Ages

Chart 2-10 —a bar chart to show the percentage of TH+ cells expressing pERK after single and repeated
mor phineinjection in each age group. Both single and repeat mor phine injections are above controal levelsin
the P7 and P21 groups (solid curves). Only the single mor phine injection produces an increase in activation in
the adult (dashed curve). *p<0.05, **p<0.01, ***p<0.001; 2-way ANOVA with Bonferroni’s post-tests.

2.4.6.1 Single mor phineinjection

Chart 2-10 (above) illustrates that a single morphine injection activates dopaminergic
cellsto 25-30% at P7, P21 and in the adult, significantly above control levels (p<0.01 or
p<0.001; 2-way ANOVA with Bonferroni’s post-tests). There is no significant
difference between ages (p>0.05; Two-way ANOVA with Bonferroni’s post-tests).
These data show therefore that the DA systems of young animals react to a single

morphine challenge to the same extent as that of the adults.

2.4.6.2 Repeated mor phineinjection

In the P7 and P21 animals, a repeated morphine injection activates DA cells
significantly above control levels (p<0.05 or p<0.01; 2-way ANOVA with Bonferroni’s
post-tests). In the adult only, thereis significantly less DA cell activation after repeated
morphine injections compared to a single morphine injection (p<0.01; Two-way
ANOVA with Bonferroni’s post-tests — dashed curve in Chart 2-10) and no difference
compared to control levels (p>0.05; 2-way ANOVA with Bonferroni’s post-tests).
There is also a trend for cell activation in the chronic morphine condition to decrease

over development (p=0.08; Two-way ANOVA, Bonferroni’ s post-tests).
Taken together, this suggests that repeated morphine injections given over 5 days have a

different effect upon dopaminergic cell activation in the adult compared to that of the

younger animals.
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2.4.7 Representative images

2.4.7.1 Basdline control

2.4.7.2 Single saline control

2.4.7.3 Repeated saline control
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Figure 2-7 - A representative image of
tyrosine hydroxylase (red) and
phosphorylated ERK (green) staining of an
adult VTA section in the baseline treatment
group. A single co-expressing cell, marked by

a blue arrow, appear s orange/yellow.

Figure 2-8 — A representative image of TH
(red) and pERK (green) staining of an adult
VTA section in the single saline injection
treatment group. There are no co-expressing

cells.

Figure 2-9 — A representative image of TH
(red) and pERK (green) staining of an adult
VTA section in the repeated saline injection
group. A single co-expressing cell, marked by

ablue arrow, appearsyellow.
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2.4.7.4 Single morphineinjection at P7, P21 and adult

24.74.1 P7

24.74.2 P21

2.4.7.4.3 Adult

" 100pm
e m—a
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Figure 2-10 — A representative image of TH
(red) and pERK (green) staining in VTA of
the P7 animal. Co-expressing cells, examples
indicated by blue arrows, appear

orangelyellow.

Figure 2-11 — A representative image of TH
(red) and pERK (green) staining in the VTA
of the P21 animal. Co-expressing cdls,
examples indicated by blue arrows, appear

orangelyellow.

Figure 2-12 - A representative image of TH
(red) and pERK (green) staining in the VTA
of the adult animal. Co-expressing cells,
examples indicated by blue arrows, appear

orange/yellow.
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2.5 Discussion
2.5.1 Summary of results

2.5.1.1 Céll density in the VTA decreases over postnatal development

The results show that the density of total cells per mm? decreases over development.
This is not surprising in view of the increase in cell size, length, and complexity of
dendritic arbors over development (see McAllister, 2000), the proliferation of glia cells
(Nixdorf-Bergweiler et al., 1994), and also the increase in myelination of nerve fibres
that occurs during the first few weeks of an anima’s life (Butt and Berry, 2000),
pushing cell bodies further apart. This decrease in density means that raw cell counts of
populations of neurons in a fixed area of brain tissue are potentially misleading. What
might appear as a decrease in TH+ve cell number, for example, may simply be
reflecting the ‘ spreading out’ of all cellsin thisregion. To circumvent this problem two
approaches were used. One was to calculate the change in overall cell density, and thus
calculate a ratio to adjust TH+ve and pERK+ve counts at each age. The other was to
express the counts as a percentage of the total cell count in the area at each age. These

calculations gave consistent data that could be compared across ages.

2.5.1.2 Single mor phineinjection

A single morphine injection caused dopamine cell activation in the VTA above control
group levels at al ages, raising the percentage of activated DA cells from 5-10% in
control animals to 26-30% in morphine-injected animals. This shows that the P7 and
P21 dopaminergic system responds to a single morphine injection in much the same

way as the adult, fulfilling one hypothesis of this experiment.

The two other hypotheses of this chapter are also fulfilled — that the dopaminergic
system of the VTA is functional in the newborn rat, and that morphine, a rewarding
stimulus, will activate this system. Overal, these results are consistent with the
literature which has shown that morphine activates reward pathways in the neonate to
the same extent as the adult (Kehoe and Blass, 1986a; Kehoe and Blass, 1986b; McPhie
and Barr, 2000).
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2.5.1.3 Repeated mor phineinjection

Repeatedly injecting morphine over a 5 day period causes different effects in the
preweanling animals compared to the adults. Adults appear to develop neurobiological
tolerance over five days of morphine treatment, shown by a decrease of DA cell

activation to baseline levels.

In the P7 and P21 groups, however, dopamine cell activation is still high compared to
saline control groups after 5 days. Indeed, there are no differences in DA cell activation
between single and repeated morphine injections at these ages, suggesting that the
preweanling animals are not devel oping tolerance to morphine. Other investigators have
shown that the neonate does not develop analgesic tolerance to morphine (Rozisky et
al., 2008; Van Praag and Frenk, 19914a). These results are not in line with the hypothesis
that the effect of morphine will not differ significantly with age.

2.5.2 Technical considerations

2.5.2.1 Immunohistochemical staining

Whilst every effort is taken when processing and counting immunohistochemically-
treated dlides, there are a number of points at which methodological processes can
potentially confound the results. A perfusion that does not circulate the
paraformaldehyde as successfully as another, due to an incorrect or less-than-optimal
placement of the needle into the heart, can affect the quality of tissue that is later
visualised under the microscope. For example, blood vessels can aso be stained with
the pERK antibody in badly fixed tissue, making cell counting more difficult. To partly
overcome this problem, the shape and size of every spot of staining had to be carefully
considered to ensure neurons only were being counted. Using the TSA (tyramide signal
amplification) method to amplify the pERK signal also reduced the signal-to-noise ratio
and reduced the risk of identifying false positives.

The immunohistochemical process itself is not without problems. Antibodies may bind
more or less specificaly depending on the quality of the tissue or on the amount of
washing comparative between experiments, and the background levels of antibody
binding may confound later cell counts. To control for these confounds, control slides

are produced that give images of the background levels of staining that prove the
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antibody is binding correctly. For these experiments, negative control slides produced
without the primary or secondary antibodies proved that the antibodies used were

specific and showed low background levels of staining.

2.5.2.2 Gender

A potential confound in these experiments was the lack of separation for gender in the
preweanling animals. Males aone were used in adulthood. Despite research showing
gender variations in response to morphine (Cicero et a., 1996; McKelvy and Sweitzer,
2009), we hypothesised that as the preweanling animals had not yet begun to enter
sexual maturity, there should not be any differences in morphine response due to

hormonal variation between genders.

2.5.2.3 Morphine dosage

The dosage of morphine was different between the youngest P7 group and the P21/adult
animals. A dose of 10mg/kg was originally chosen, as this dosage had been used in the
literature when investigating morphine reward (Jones and Barr, 1995; Barr and
Goodwin, 1997). However, to check the effects of this high dosage (which is higher
than that needed for analgesia) on young animals, a pilot study was carried out to
determine the effect of a 10mg/kg dose on a single P6 animal. Morphine is well-known
as arespiratory depressant (Takita et al., 1997), and morphine at this dosage produced
considerable respiratory depression and hypothermiain the P6 animal, which, if applied
to al groups of <P7 animas in this experiment, would have meant continuous
monitoring of animals was necessary over the 30 minute post-injection period before
sacrifice to prevent suffocation or trampling by the dam. A dose that produced sedation
and analgesia, but not significant hypothermia or respiratory depression, was found to
be 5mg/kg, so this dosage was selected as appropriate for the youngest animals. All
pups displayed clear sedation (as seen by loss of righting reflex) and analgesia (as seen

by lack of responseto tail pinch).

This need for a lower dosage in younger animals is in line with the literature showing
that morphine is more efficacious in the neonate, due to higher MOR levels, an
increased permeability of the blood-brain barrier, and slower metabolism of morphine
(Giordano and Barr, 1987; Nandi et al., 2004; Hartley et al., 1994).
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Despite the technical considerations discussed, overal the methods are sufficiently

robust to enable significant differences and firm conclusions to be drawn.

2.5.3 Development of tolerance to morphine

Tolerance to morphine is defined as the need for ever-increasing concentrations over a
period of chronic treatment to produce the origina effect, and can occur at a cellular and
systems level. The mechanisms of many aspects of tolerance are not yet fully
understood, but there are a number of molecules and signalling pathways implicated in

tolerance to chronic opioids.

2.5.3.1 Analgesic toleranceis not seen in young neonates

Analgesic tolerance to morphine is seen in adults, but not seen in neonates until at least
P8 (Barr and Lithgow, 1986; Van Praag and Frenk, 1991a; Rozisky et al., 2008). Thisis
earlier than previous studies had reported, and does not mirror the increase in number of
receptors that occurs up to P15 (Zhang and Pasternak, 1981; Auguy-Valette et d.,
1978), but could be due to masking effects of rapidly proliferating opioid receptors
during the first two postnatal weeks, which will see an increase in receptor expression
during the time that repeated morphine dosages induce cellular tolerance mechanisms
(Van Praag and Frenk, 1991a). It is unlikely that a lack of receptors causes the lack of
tolerance seen in the neonates and P21 animals, as MOR expression has reached adult
levels by P15, so it would be expected that P21 animals would display the same

tolerance as adults.

However, the dosages used in this experiment were significantly higher than the
dosages used to induce analgesia, and analgesic tolerance was not specifically measured
in these animals. Tail pinch or suprathreshold von Frey hair application qualitatively
showed that analgesia was still apparent after 5 days of repeated morphine injection in
all ages. Perhaps if sensitive quantitative tests of nociceptive withdrawal thresholds had

been measured, analgesic tolerance would have been clear.
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25.3.2 Acute receptor desensitisation and internalisation after
mor phine binding does not explain the lack of tolerance in
neonates

Agonist binding causes the MOR to become activated, by dissociation of the Ga and
GPy subunits, which both trigger the Gij,, inhibitory intracellular signalling cascades.
Desensitisation of the receptor by phosphorylation occurs rapidly after the agonist has
bound, and can occur via a number of kinases i.e. G-protein receptor kinase (GRK),
protein kinases A and C (PKA/PKC) and calcium/calmodulin-dependent protein kinase
[1 (CaMKIlI), al of which have been implicated in morphine tolerance (see Ueda and
Ueda, 2009; Zhang et al., 2009). After phosphorylation, B arrestin binds to the MOR
and uncouples the MOR from its signalling pathways. Endocytosis of the MOR from
the cell surface then occurs via the scaffold protein clathrin, internalising the MOR.
Once the MORs are internalised into the cell, 20% are degraded by lysosomes, and 80%
de-phosphorylated then recycled back onto the cell surface membrane. This process
occurs rapidly within ~30 minutes (see Christie, 2008), resulting in a fast turnover of

receptors.

MOR agonists such as DAMGO are efficient at the internalisation and resensitisation of
the MOR as described above, but morphine itself does not cause receptor internalisation
to the same extent (see Borgland, 2001; Bailey and Connor, 2005). Therefore tolerance
to chronic morphine may occur due to receptor desensitisation rather than via
internalisation, perhaps via an ateration in the activity of the regulatory proteins that
would normally internalise and recycle the receptor, i.e. PKC, GRK, or B arrestin (see
Christie, 2008). Finn and Whistler (2001) propose that the MOR may remain
phosphorylated at the cell surface membrane, is not internalised and recycled, and may
continue to signal in a chronic morphine condition, providing an explanation as to the

continuing action of morphine in younger animals.

Dang and Williams (2004) showed that desensitisation by phosphorylation of the MOR
is faster, and receptor internalisation is slower after chronic morphine treatment (5
days), suggesting that chronic morphine can influence the kinetics of the rapid effects
described above, but this aone is not likely to account for the long-term changes seen

over days and weeks of morphine administration.
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2.5.3.3 Chronic mor phinetreatment leads to cellular tolerance

Chronic and excessive stimulation of MORs over a long time period can lead to
homeostatic (‘allostatic’) adjustment of downstream signalling systems (see Le Moal
and Koob, 2005) and these signals may directly affect neura excitability, potentially
contributing to tolerance. An example of thisis the adenylyl cyclase (AC)-cyclic AMP-
PKA cascade.

Chronic morphine treatment causes ‘ superactivation’ of the AC signalling cascade (see
Bailey and Connor, 2005; Martini and Whistler, 2007). Acutely, opioids inhibit AC
activity, which causes a decrease in cAMP (3,5 -cyclic adenosine monophosphate)
levels. However, after chronic morphine treatment, there is an increase in AC and
therefore CAMP in the continued presence of the agonist, resulting in a compensatory
homeostatic recovery to baseline levels of CAMP, and therefore tolerance of the system
to morphine (Avidor-Reiss et al., 1996). This changing level of CAMP may affect
transcription factors such as CREB (CAMP response element binding protein) and
AfosB further down the signalling pathway, having a knock-on effect on cellular
responses. Both CREB and AfosB have been heavily implicated in the molecular
mechanisms of drug addiction (see Nestler, 2004).

Other molecules that couple to signalling cascades and are directly affected by the MOR
include the MAP kinases (mitogen-activated protein  kinases) and PI3
(phosphoinositide-3) kinase. One MAPK, ERK (extracellular-signal-regulated kinase) is
activated by the liberation of the MOR Gy subunit and has been implicated in receptor
desensitisation (see Christie, 2008). PI3 kinase is also activated by Gy subunits, and
could stimulate PKC signalling, which itself may have arole in receptor desensitisation,

as described above.

2.5.3.4 Tolerance of neural systems results from chronic morphine
treatment

Changes in neuronal firing, synaptic strength and chemical balance may all be atered
by chronic morphine, causing knock-on effects within the whole network. These kinds
of changes are complex and not well understood at thistime.

2.5.3.4.1 ‘Anti-opioid’ systems
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Networks that are functionally antagonistic to endogenous opioid signaling have been
proposed that may be disturbed under chronic morphine conditions. The k-opioidergic
system and its ligands (the dynorphins) may be organised in a functionally antagonistic
manner to Y opioid signalling (see Shippenberg et al., 2007) and other suggested anti-
opioid systems include the nociceptin, orphanin, neurokinin-1, neuropeptide FF and
cholecystokinin-mediated systems (see Ueda and Ueda, 2009; King et a., 2001).

A further proposed anti-opioid system revolves around NMDA receptor signaling (Mao
et a., 1995; Mao, 1999). Antagonising the NMDA-R blocks opioid tolerance and
dependence (Trujillo and Akil, 1991; Mendez and Trujillo, 2008), and mice lacking the
NMDA receptor (NR)2A subunit do not develop analgesic tolerance. Electroporation of
the receptor back into the VTA restores analgesic tolerance in these animals (Inoue et
al., 2003). These data suggest that the NMDA receptor may be involved in the
development of tolerance at the systems level, perhaps through synaptic plasticity and
long-term potentiation, as mentioned below.

2.5.3.4.2 Glial function and tolerance

Astrocytes and microglia activate in response to chronic morphine treatment, and there
is evidence that this activation may influence neural excitability and synaptic plasticity,
perhaps playing an important role in tolerance and dependence to opioids (Narita et al.,
2004b; Watkins et a., 2005). Glia also produce growth factors and cytokines which can
affect synaptic plasticity i.e. via CAMP/CREB activation in the locus coeruleus
(Akbarian et al., 2002).

2.5.3.4.3 Synaptic plasticity

Opioids can affect synaptic plasticity after a single morphine injection, so it is likely
that chronic opioids will also affect the balance of cell signalling, perhaps via long-term
potentiation (LTP) and long-term depression (LTD) mechanisms (Ungless et al., 2001,
Christie, 2008). Acute morphine administration causes imbalances in excitatory AMPA
and NMDA receptors in the dopaminergic cells of the VTA (Ungless et al., 2001) and
also causes decreased LTP induction at GABAergic synapses onto these dopaminergic
cells (Nugent et a., 2007). This strongly suggests that long-term changes would occur
in synaptic plasticity with chronic morphine treatment.
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2.5.4 Potential explanations for the lack of tolerance in the neonate

as compared to the adult

The results of the experiments in this chapter showed that neonates do not develop
cellular tolerance to repeated morphine injection, as seen by the fact that the activation
of the DA cells did not decrease to baseline levels after 5 days of injection, unlike the
adults. This is unlikely to be due to a lack of functional morphine receptors, as these
have been found in the newborn animals in both spina cord and brain, and both
analgesic and addictive behaviours are seen in animals in the first week of postnatal life
(Abbott and Guy, 1995; Jones and Barr, 1995; Barr and Goodwin, 1997; Barr et a.,
2003).

The delay in development of tolerance is also unlikely to be due to alack of functioning
dopamine neurons, as these are present in the VTA at birth (see Alavian et al., 2008),
and the DA neurons of the VTA will respond to morphine challenge in the P4 rat (Barr
and Rossi, 1992). However, the numbers of DA receptorsin the VTA do not peak until
P28 (Noisin and Thomas, 1988), and the relative importance of D1 and D2 receptor
signalling changes during the first 17 days of life (Pruitt et a., 1995). Dopamine
receptors in the prefrontal cortices, which are reciprocally connected to the VTA, do not
reach adult levels until around P60 (Tarazi and Baldessarini, 2000). This suggests that
within the first two weeks of life, dopaminergic signalling within the VTA and its
projections to prefrontal areas is not yet mature, and the lack of tolerance seen may be
partly due to thisimmaturity.

To illustrate, in the adult the VTA s reciprocally connected to the media prefrontal
cortex (MPFC), which sends excitatory glutamatergic output to the DA cells of the
VTA, acting preferentially on NMDA receptors (Taber and Das, 1995; Wang and
French, 1993). Lesions of the mPFC deprive DA cells of one of their major sources of
excitation, and the mPFC is implicated in the induction of the behavioura sensitisation
seen after chronic morphine (Hao et a., 2007). If this single area is implicated in
addictive behaviours, it is likely that other prefrontal areas are also involved in the

response to chronic drug administration in the adult.
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However, in the neonate, this connectivity may not be functional. Studies have shown
that the prefrontal cortex shows a delayed maturation in comparison to midbrain areas,
and that dopaminergic signaling in the adult can be qualitatively different to the
neonate (see McCutcheon and Marinelli, 2009). Therefore the lack of tolerance seen in
the neonates could be due to immature connectivity to brain areas involved in the
expression of tolerance in the adult. This immature connectivity could perhaps be due to
a lack of a number of factors: mature neurons in prefrontal areas; interneurons to
connect neurons in different areas; functional synapses between the areas; and/or white
matter to connect the areas. This explanation would fit with the result that the P21
animals did not develop tolerance, as the prefrontal cortex is not functionaly mature
until at least P45 (Tseng and O'Donnell, 2007).

A further hypothesis to account for a lack of tolerance in the neonate could involve the
NMDA receptor and its role in synaptic plasticity. As described above, systems
tolerance could be partly controlled by action of an ‘anti-opioid NMDA-mediated
system (see Mao, 1999; Ueda and Ueda, 2009). In line with data from the adult, Zhu
and Barr (2003) found that NMDA receptor antagonists block the development of
morphine tolerance. However, this only occurs after 14 days of age and not at al in
animals in the first week of life, which the authors speculate is due to an immature
composition of NMDA receptor subunits that does not mature until the third week of
life. Thiswould suggest that the neonate cannot develop cellular tolerance, which isin

line with the data presented in this chapter.

2.6 Conclusions

The results presented in this chapter suggest that the reward pathwaysin the VTA of the
neonate are functionally mature, as morphine will activate the mesolimbic dopaminergic
pathways in the youngest animals, as measured by pERK expression in DA cells. This
isin line with literature showing that morphine is rewarding in the neonate, i.e. it will
induce conditioned place preference (Kehoe and Blass, 1989), and symptoms of
withdrawal will appear on cessation of morphine administration (Jones and Barr, 1995;
Ceger and Kuhn, 2000).
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The results aso show that P7 and P21 animals do not develop cellular tolerance to 5
days of morphine administration, but that the adult does. These results are in line with
the literature that shows that adults develop cellular tolerance, but that neonates do not
(Rozisky et a., 2008). These animals may not develop cellular tolerance in the
dopaminergic cells studied due to an immaturity of NMDA receptor composition,
and/or a lack of functional connectivity to the media prefrontal cortex. The lack of
tolerance is unlikely to be due to immature opioid receptor expression, as the levels of
opioid receptors are mature by the end of the second postnatal week (Auguy-V alette et
al., 1978). Nor are the morphine or dopaminergic systems immature at P21, as both are

sensitive to reward in the neonate (Lithgow and Barr, 1984; Barr and Rossi, 1992).

These results are encouraging for rest of this thesis, as they provide a solid basis for the
further experiments in this thesis which will look at the long-term effects of injury
during the neonatal period on adult reward processing. The results presented here prove
that the reward pathways during the neonatal period are viable, and so it is possible that
pain during this period has the potential to impact upon reward processing, much as

pain in adulthood can affect reward processing.
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3 Chapter 3 — The effect of neonatal injury on adult

reward behaviours

3.1 Introduction

This chapter addresses the fundamental question of this thesis: if pain processing can be
affected by early life injury, then can other modalities of cognitive processing also be
affected? The hypothesis presented in this thesis is that interfering with the developing
noci ceptive system will shift processing in the reward systems of the brain in adulthood.
The experiments presented in this chapter are aimed at investigating the long-term
effects of neonatal experience of foot wound on reward-related behaviour in adult life.
To do this, preweanling animals were repeatedly injured, and the sensory and affective

alterations in behaviour studied when the animals were mature.

3.1.1 Injury during early life

As discussed in the introduction to this thesis, there is much evidence in the literature
that neonatal pain can cause long-term alterations in pain processing in the older and
adult organism (Ren et al., 2004; Lidow et al., 2001; Walker et a., 2009b). This is
particularly relevant for informing clinical practice in human neonates, as many of the
procedures performed that are necessary for survival can cause long term changes in
nociceptive processing that can affect the child later in life (Buskila et a., 2003; Grunau
et al., 2006; Walker et al., 2009a).

3.1.1.1 Modélling the hedl lancein humans

In this chapter, rats that were repeatedly injured as neonates are to be studied in
adulthood for sensory changes, and also for subtle changes in behaviour towards a
reward. To make thisinvestigation as relevant to human clinical practice as possible, the
model of injury chosen was designed to reflect the hedl lance procedure routinely

performed in the neonatal intensive care unit (NICU): the plantar skin incision model.
On the NICU, blood must be gathered from infants to monitor blood oxygenation levels.

However, particularly in preterm infants, veins are not mature enough to cope with
repeated venepuncture, so to overcome this problem, blood is collected via heel lance.
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In this procedure, the foot is warmed to stimulate blood flow, the heel is punctured with

asmall blade, and the foot squeezed to cause bleeding and allow blood collection.

Whilst neonates on the NICU do not experience only heel lance, it is the most common
invasive procedure performed in the NICU (Johnston et al., 1997), causes behavioural
responses i.e. facial distortion and limb withdrawal, and activates cortical
somatosensory processing areas (Slater et al., 2006). The fact that hed lance is
processed by both the spinal cord and brain in infants makes it a relevant procedure to
model in animals where adult cognitive processing is being investigated. Other papers
have modelled hedl lance by repeated needle prick (Walker et al., 2003a) or insertion of
a needle completely through the paw (Anand et a., 1999), but in this chapter, the
plantar skin incision model of post-operative pain was chosen to mimic the neonatal

repeated heel lance procedure.

The plantar skin incision model, or ‘foot wound’ as it will be referred to hereafter, was
developed by Brennan and colleagues (1996). It was developed to model surgical injury
and its effect both peripherally and centrally has since been thoroughly described
(Brennan et al., 2005). It has also been used in neonates and shown to produce acute
thermal and mechanical hypersensitivity (Ririe et a., 2003) and to ater spinal
nociceptive processing (Ririe et al., 2008).

Recently, Walker and colleagues (2009b) have shown that a single neonatal foot wound
causes enhanced sensitivity to mechanical stimuli upon re-injury two weeks later,
compared to animals with no neonatal foot wound. Furthermore, this effect is not
apparent when the origina foot wound was performed in older animals (postnatal days
(P)10, 21 or 40), suggesting a critical period within the first week of postnatal life for
the development of heightened sensitivity after re-injury. This paper isimportant for the
experiments in this chapter, as it shows that a single neonatal foot wound can have long-
lasting effects on pain sensitivity after the wound has healed, and that re-injury to the

same site can exacerbate the resulting hypersensitivity.

Methodologically, the foot wound model has a number of advantages. Firstly, it is a
short, simple, non-invasive surgical procedure. Therefore, animals are only briefly
anaesthetised and possible confounding effects upon adult behaviour due to anaesthetic

90



Chapter 3

administration are minimised. Also, like the heel lance, an incision is made into the
foot/paw, meaning similar physiological response mechanisms are involved in both i.e.
inflammatory responses in a particular dermatome and the associated peripheral and
central nervous system changes. Another advantage is the reproducibility of the foot
wound surgery, allowing accurate comparisons at different ages after the same stimulus.
As Figure 3-1 shows, the anatomical landmarks of the rat hindpaw are clear, and these
do not change over development. This reproducibility is important when comparing
animals which will al display different patterns of individual differences.

Figure 3-1- A schematic diagram of therat

hindpaw, showing footpads. Therelative

location of these on the paw does not change

throughout thelifetime of the animal.
Adapted from Walker et al (2009b).

3.1.2 Measuring reward behaviours

A reward is something that inspires the motivational incentive to seek it. In simple
terms, it is something that an organism will work for. Rewards can be almost anything,
from basic reinforcers such as food, sex and drugs, to complex social behaviours, such
as friendship and teamwork. Reward responses in animals and humans have been a
massive area of research over the past 100 years — to help understand the motivations
that drive drug abuse, and also to help ameliorate the symptoms of withdrawal.

In animals, reward behaviour can be measured in avariety of ways. Some paradigms are
relatively simple, and based on operant conditioning principles, where an animal learns
to perform a behaviour to receive a conditioned reward. Other paradigms are more
complex, and the anima has to learn to perform, or withhold, a particular set of
responses within a specific time-frame to receive the reward. These more complex
paradigms can often take into account other outcome measures, such as anxiety

behaviours, impulsivity and anhedonia (the loss of ability to experience pleasure).
To investigate reward behaviours in animals, a number of considerations have to be

taken into account. Which paradigm would be most appropriate to use? Should an
existing paradigm be modified to make it appropriate for these sets of experiments?
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Should a pharmacological drug or something more naturalistic be used as the rewarding

stimulus? These questions are considered below.

3.1.2.1 Classical conditioning

Many reward paradigms are based on extensions of classical conditioning principles,
first detailed by Pavlov in his experiments with salivating dogs (1927). In a classical
conditioning paradigm, at baseline an animal naturally associates an unconditioned
stimulus (UCY) i.e. food, with an unconditioned response (UCR) i.e. salivation. During
conditioning, another stimulus presented with the food (i.e. a bell) becomes associated
with the salivatory response. After conditioning, the bell becomes a conditioned
stimulus (CS), where the sound of it alone can cause salivation, now termed as the

conditioned response (CR).

3.1.2.2 Operant conditioning

Operant conditioning is an extension of classical conditioning, and is learning that
occurs through rewards and punishments, as the animal learns to associate performance
of aparticular behaviour with a certain outcome. Skinner first used the term ‘operant’ to
refer to any “active behaviour that operates upon the environment to generate
consequences’ (Skinner, 1953) and his behaviourist ideas have shaped the study of
animal behaviour over the last 5 decades. Operant conditioning takes into account both
reward and punishment, the former increasing the frequency of the specific behaviour

and the latter decreasing the frequency.

3.1.2.2.1 Progressive ratio measurement

Progressive ratio testing is a reward-sensitive procedure based on operant conditioning
principles. In this procedure, an animal receives a reward i.e. sweetened condensed
milk, upon lever press or nose-poke. The number of lever presses/pokes required to
produce the reward continually increases until the animal stops responding, at which
point the ‘break point’ is determined. Weaker rewards are shown to have lower break
points (Hodos, 1961). A brief search of the literature shows that within the last year,
rewards given on a progressive ratio schedule have included ethanol (Li et al., 2010b),
heroin (Wang et a., 2009b), cocaine (Wang et al., 2009a), and food (Sharf et al., 2010)
amongst many others, showing how it isawidely used experimental tool.
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3.1.2.2.2 Conditioned place preference

3.1.2.2.2.1 Principlesof Conditioned Place Preference

Conditioned place preference (CPP) is another behavioura paradigm based on operant
conditioning principles and has been used hundreds of times in rodents over the course
of the last 20 years, generaly to investigate the rewarding properties of drugs of abuse
(see Tzschentke, 1998).

CPP paradigms normally consist of two chambers with differing characteristics i.e.
vertical versus horizontal stripes, different odours etc., although square open fields with
differing characteristics between each quadrant have also been used successfully
(Vezinaand Stewart, 1987).

To run the experiment, the animal is placed into one of the two chambers and either
administered with the drug under investigation or exposed to the reward in question (in
the case of drug injection, administration occurs immediately prior to placement in the
chamber) on a certain number of conditioning days prior to testing. On the test day, the
animal is placed into either the non-conditioned chamber, or a neutral chamber attached
to both conditioning chambers, and the amount of time the animal spends in the
conditioned chamber is measured. The animal will spend more time in the chamber with
which it associates the rewarding stimulus. It is said that if a stimulus has been

rewarding, it will demonstrate CPP (see Tzschentke, 1998).

3.1.2.2.2.2 Applications of conditioned place preference

The literature overwhelmingly shows that CPP is a reliable indicator of a reward’s
motivational properties (see Tzschentke (1998) and (2007) for comprehensive reviews).

CPP has been shown to result from a huge array of drugs, often mediated by the
mesolimbic dopaminergic system; Amphetamine, cocaine, heroin and morphine, which
al increase DA levels, and various combinations of these with other drugs, al induce
CPP. Conversdly, CPP is blocked by dopaminergic antagonists. Other rewarding drugs
that induce CPP have included ethanol; nicotine; benzodiazepines such as diazepam
which enhance GABAergic transmission; MDMA (3,4-
methylenedi oxymethamphetamine, commonly known as Ecstasy); LSD (lysergic acid
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diethylamide); phencyclidine (PCP, or ‘angel dust’); various cannabinoids, and some
hormones, amongst many others. Natural reinforcers such as food, sucrose-sweetened
water, socia play, home cage odours and the presence of pupsin maternal rats have also
been shown to induce CPP. Clearly, it is a powerful test of whether or not a stimulusis

rewarding.

CPP has aso been used to investigate the effect of lesions on reward behaviours,
helping to show which specific areas of the brain are involved in reward processing.
Lesions by 6-hydroxydopamine (6-OHDA), which selectively ablates dopaminergic and
noradrenergic neurons, have shown that the nucleus accumbens shell and ventra
pallidum are necessary for morphine-induced, diazepam-induced and novelty-induced
CPP (Shippenberg et al., 1993; Spyraki and Fibiger, 1988; Pierce et al., 1990)
Excitotoxic lesions (by ibotenic acid or kainic acid) of the NAcc, ventral pallidum,
amygdala and medial PFC, amongst many others, have been shown to be necessary for
induction and learning of CPP (Olmstead and Franklin, 1996; Hiroi and White, 1993;
Brown and Fibiger, 1993; Tzschentke and Schmidt, 1998). Finally, electrolytic lesions,
caused by driving a large current through brain tissue and destroying it, cause CPP |oss,

as do radiofrequency lesions and knife-cut lesions (see Tzschentke, 1998).

Studies of different strains of rats and mice have shown inherent differences in drug
response, as shown by CPP. Conditioned place preference has even been used in non-
mutated animals to breed separate strains. Rats that showed naturally strong or weak
cocaine-induced CPP, paired over three generations, produce discrete strains with
differences in cocaine sensitivity (Schechter, 1992). Testing of genetically manipulated
mice has a so confirmed the role of a number of moleculesin drug reward i.e. mu opioid
receptor (MOR) and dopamine D2 receptor knock-out mice will not develop morphine-
induced CPP (Matthes et al., 1996; Madonado et al., 1997).

3.1.2.2.2.3 Conditioned Place Avoidance

A modification of the CPP paradigm, conditioned place avoidance (or aversion), is
based on the same principles as CPP, but is used as a way to measure the aversive, or
punishing properties of a stimulus. Animals are exposed to an aversive stimulus (e.g.
footshock or a dopamine antagonist) that is paired to one of the two conditioning

chambers, and time spent in that chamber upon post-conditioning testing is lower
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compared to pre-conditioning baselines. Therefore the animal has learnt to avoid the

chamber in which the aversive stimulus occurred.

Pain is both an aversive stimulus and state for an animal to be in, and pain research is
beginning to use CPA as a way of modelling the affective components of pain. For
example, Hummel et al (2008) showed that animals in neuropathic and inflammatory
pain states will show aversion to a previously neutral chamber in which the injured paw
was repeatedly mechanically stimulated during 5 days of conditioning. Other studies
have shown that injection of inflammatory agents such as carrageenan and complete
Freund's adjuvant (CFA) into the hindpaw, and also nerve injury, will induce CPA
when the injured paw/nerve territory is mechanically stimulated during conditioning
(LaBuda and Fuchs, 2000; van der Kam et a., 2008). In the studies above, morphine
analgesia delivered concomitantly to conditioning either attenuated or abolished CPA

induction.

3.1.2.2.2.4 Intracranial place conditioning

Another modification of the classic CPP paradigm, intracranial place conditioning
(ICPC), is a useful paradigm for investigating the brain regions that are involved in
signalling reward. By implanting cannulae into different regions implicated in reward
processing, the effects of drug agonists and antagonists can be closely linked to specific

areas,

Intracranial administration of the drug is given in association with one of the CPP
chambers during conditioning, and place preference measured on test days. Thisis a

non-operant test with no learning of behaviour needed to dicit drug reward.

ICPC studies have shown that dopaminergic drugs in a variety of brain regions will
induce CPP. Morphine injection into the VTA induces CPP, as do endogenous opioid
peptides and mu and delta opioid receptor agonists (Phillips and LePiane, 1980; Phillips
and LePiane, 1982; Bals-Kubik et a., 1993). Neurotensin, which modulates
dopaminergic signalling, injected into VTA also causes CPP (Glimcher et a., 1984).
Other areas implicated after dopaminergic drug injection include the nucleus accumbens
(NAcc), in particular the shell section, media prefrontal cortex (mPFC), dorsa
hippocampus, periagueducta grey, and lateral hypothalamus (see McBride et al., 1999).
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All the above examples rely on DA signalling, but ICPC has shown other
neurotransmitter systems are involved in reward processing. For example, injection of
the cholinergic agonist cytosine into the VTA causes CPP (Museo and Wise, 1994) and
substance P, which is closely implicated in serotonergic signalling, injected into the
ventral pallidum and nucleus basalis magnocellularis (NBM) induces CPP (Hasenohrl et
al., 1998). Taken together, ICPC can show a myriad of regions responsible in part for
reward signalling.

ICPC can be used in conditioned place avoidance paradigms as well. Johansen and
Fields (2004) showed that the anterior cingulate cortex (ACC) is involved in learning
the aversive component of pain. Excitotoxic lesions, performed by microinjection of
ibotenic acid, prevented the expression of formalin-induced CPA if the area was
lesioned before, but not after, conditioning. Furthermore, stimulation of the ACC with
excitatory amino acids, in the absence of pain, also produced CPA. These data, together
with an earlier paper from the same laboratory (Johansen et a., 2001) show that the

ACC encodes ateaching signal for aversive stimuli.

However, ICPC can be problematic. The implantation of a cannula into the brain is an
invasive procedure, and post-surgery animal recovery must be carefully monitored. The
diffusion extent of drugs that are being infused into the brain must be well characterised
to minimise spread into other nearby structures, and the neurotoxicity of the drug in
guestion must also be well known to prevent local damage that could influence results
for confounding reasons. Finaly, localisation of the cannula must be scrutinized after
the experiments are concluded to check that it has been placed in the correct area —
incorrect placement of cannula could negate any results from that particular animal. In
brain regions such as the ventral tegmental area (VTA), thisis particularly important, as
the VTA is smal and bordered by many areas such as the substantia nigra that could

affect experimental results greatly (see Figure 3-2).
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Figure 3-2 — A schematic diagram of a coronal section of the brain, with the ventral tegmental area
highlighted by the black circle. It issmall and has border swith many other areas. Adapted from
Paxinos and Watson (2004).

A major weakness of the ICPC procedure is that the animal has no control over the
administration of the agent, meaning that whilst associative learning is displayed, the
motivational aspect of drug-seeking islargely lost (see McBride et al., 1999).

3.1.2.2.3 Summary of place preference paradigms

CPP has been popular with researchers for a number of reasons: it is cheap and easy to
set up, does not require large amounts of training, and it can produce reliable and

reproducible drug effects.

However, the lack of CPP induction with a certain stimulus does not automatically
mean that a drug will not be rewarding or potentially addictive. The testing apparatus is
a highly artificial construct, especially where external drug administration is concerned,
and it can be argued that, whilst sensitive to pharmacological manipulation, CPP is not

representative of an environment that an animal may encounter in its natural habitat.

3.1.2.2.4 Intracranial self-stimulation (ICSS) and intracranial self-
administration (1 CSA)

Intracranial self-stimulation or self-administration are other useful methods of
investigating drug reward in animals, delivering rewarding stimuli directly into the
brain. They involve placement of an electrode or cannula into a specific brain region,
and the animal will learn to perform certain behavioursi.e. lever pressing or nose-poke,
to receive electrical stimulation or a drug infusion in response. The main advantage of
ICSY/ICSA is that the anima is in charge of its own electrica impulse/drug
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administration, and in this way it is an operant conditioning paradigm, whereas in CPP
the animal has little or no control over access to the rewarding stimuli and displays
simple associative learning to an environment. Rewards can be administered in alinear
fashion, with a single lever press/nose-poke resulting in asingle ‘shot’ of the reward, or
on a progressive ratio schedule to examine reward magnitude, break points, and the
effects of withdrawal directly in the brain regions implanted with the electrode or

cannula

3.1.2.24.1 Electrical intracranial self-stimulation (ICSS)

Olds and Milner (1954) first found that animals will keep returning to an area of testing
apparatus in which they had received electrical stimulation of certain brain regions, and
that the animals could then be trained to self-stimulate by pressing a lever. Olds and
Milner concluded that electrical stimulation could serve as a positive reward in operant
conditioning. Since these discoveries, ICSS has been demonstrated in all species that
have been tested, and even in humans, with electrodes in the caudate nucleus, amygdala,
intralaminar thalamic nuclei and middle hypothalamus mapping intensities of
stimulation necessary for the sensation of ‘rewarding’ and ‘aversive’ properties (Bishop
et a., 1963). Both animals and humans will choose to forgo food, even to the point of
starvation or exhaustion in animals, in order to continue the lever-pressing that delivers
the electrical stimulation. Aversive stimuli, such as footshock, will aso be better
tolerated or ignored altogether when there is the option of self-stimulation (Olds, 1958).

Electrical ICSS paradigms can be carefully manipulated to deliver controlled and
reproducible stimuli. The magnitude of the reward, and therefore how motivated the
animal is to work for it, can be controlled by altering the duration and frequency of the

pulse, therefore atering the intensity of the stimulus.

The effects of ICSS can be potentiated by concomitant drug administration. For
example, drugs of abuse such as cocaine, morphine, heroin, amphetamine and nicotine,
amongst others, show synergistic effects with ICSS, potentiating ICSS by lowering the
threshold for stimulation, and elevating the dopamine concentrations within the brain
(see McBride et al., 1999).
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The converse of reward is anhedonia — a loss of sensitivity to reward — and can be
quantified and explored using ICSS. An increase in the levels of stimulation required to
maintain a particular level of bar pressing/nose-pokes is seen as a decreased sensitivity
to brain reward. Increases in self-stimulation are aso seen in drug withdrawal states,
making ICSS a useful tool for modelling for drug withdrawal symptomsin humans.

3.1.2.2.4.2 Intracranial self-administration (ICSA)

Drug administration via implantation of a cannula into brain sites has aso provided
valuable insights into the actions of rewarding drugs on brain processing. ICSA studies
in rodents have shown that, like CPP and ICSS, dopaminergic signalling in the
mesolimbic pathway, originating from the ventral tegmental area, is crucia for reward
processing (see McBride et al., 1999). Also like ICPC and ICSS, ICSA has confirmed
the brain regions involved in reward processing, again mainly those linked to or
explicitly part of the mesolimbic dopaminergic pathway: the VTA (Bozarth and Wise,
1981; Devine and Wise, 1994; Wise and Hoffman, 1992), the NAcc shell (Roberts et
al., 1980; Barak Caine et al., 1995), the medial PFC (Goeders and Smith, 1993) and the
lateral hypothalamus (David and Cazala, 1994b; Olds and Williams, 1980), amongst

others. All of these regions will respond to awide range of drugs of abuse.

3.1.2.25 Summary of intracranial electrical stimulation and self-

administration

Like ICPC, both ICSS and ICSA provide useful tools for understanding how rewards
are processed in the brain, as well as giving insight into the anatomical structures and
associated neurochemistry. Also, the fact that self-stimulation has been shown in
humans to demonstrate reward has proven hugely useful in drawing trans-species

paralels, arare occurrence in many areas of research.

However, as with ICPC, self-stimulation paradigms can be problematic. Implantation of
an electrode or cannula is invasive and must be properly verified, and the situation in
itself is highly artificial — there are no natural environmental circumstances under which
an animal would experience the same events. Self-stimulation bypasses the peripheral
nervous system and the senses such as touch, smell and taste that would normally

accompany a reward (see Wise, 2002). Whilst enabling specific brain areas and
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neurotransmitters to be identified and manipulated, it is not an ethologicaly valid

method of investigating reward.

3.1.3 Novelty, exploration and the approach/avoidance conflict

It is widely accepted that novelty is rewarding. In animals, novel objects are
preferentially investigated (Bevins and Besheer, 2005; Harris et al., 20074a), and novelty
preference (neophilia) for faces is apparent in young human infants (<6 months)
(Rhodes et al., 2002).

Under CPP testing conditions, Bevins and Bardo (1999) showed that conditioning with
novel objects can elicit place preference on test days, and that expression of this CPP
relied on dopaminergic signalling, as antagonism of both D1 and D2/D3 receptors
blocked the CPP. Novelty preference in animals has been argued to be a more subtle
and valid test of reward than conventiona drug rewards, mimicking regular, everyday

human rewards, such as enjoying afood treat (see Bevins and Besheer, 2005).

It is suggested that intense novelty may, however, elicit avoidance rather than approach,
producing a curvilinear relationship between novelty and approach — see Figure 3-3 (see
Hughes, 2007).

CURIOSITY

AVOIDANCE
FEAR BOREDOM

HIGH NOVELTY LOW NOVELTY

Figure 3-3— A schematic graph showing the proposed curvilinear relationship between novelty and
avoidance. High novelty can produce avoidance behaviours, wher eas|ow novelty can result in
behavioural ‘boredom’. Curiosity isa pay-off between approach/avoidance at non-extreme levels of
novelty. Adapted from Hughes (2007).

Exploration of a novel environment will, based on the novelty-as-reward assumption, be
rewarding; however, it will be tempered by conflicting motivational drives that cause

predated animals such as rodents to exert caution in their exploration, producing an
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approach-avoidance conflict (see Montgomery, 1955). This conflict in motivationa
drives causes an anxiety state, with anxiety levels as the inverse of exploratory
behaviours (Ennaceur et al., 2006).

The innate approach-avoidance conflict iswidely utilised in animal research to study the
extent to which an animal is willing to explore, and the anxiety that this produces.
Researchers looking for treatments for human anxiety syndromes have taken advantage
of conflict tasks to develop anima models of anxiety, back-validated them with current
anxiety drugs, and used these animal models for drug screening of potential therapeutic

compounds in behavioural conflict tasks.

More recently, pain researchers have begun using animal paradigms that study anxiety
to begin modelling the affective components of pain. Pain is not only a sensory
experience; the International Association for the Study of Pain defines pain as “an
unpleasant sensory and emotional experience’, and researchers have struggled to
develop affective measures of pain in animals (see Mogil, 2009). The co-morbidities
that are associated with pain, such as anxiety, depression, and anhedonia (Meyer-
Rosberg et al., 2001) make them potential behaviours to study in animalsin pain states.
Some laboratories are now engaged in modelling these behaviours, in parallel with pain
behaviours (Callahan et al., 2008; Legg et al., 2009; Seminowicz et al., 2009).

3.1.3.1 Behavioural paradigms measuring anxiety-like behaviours

Many paradigms that exploit the approach/avoidance conflict are used to measure
behaviour in animal models of anxiety (see Ramos, 2008). Anxiety, as discussed, can
result from the conflict produced from being motivated to approach a novel
environment (reward) and the innate avoidance behaviours that will protect naturally
predated animals such as rodents. Therefore anxiety paradigms have components of
rewarding exploration inherent in them, which can be measured in the paradigms
described below. Indeed, this fact can confound research investigating anxiety
behaviours, as an increase in approach/exploration can either be a measure of decreased
anxiety, or increased novelty-seeking/impulsive behaviour (see Cryan and Holmes,
2005).
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3.1.3.1.1 Elevated plus maze

The elevated plus maze (EPM) is one of the most popular test of anxiety. It consists of a
plus-shaped maze, elevated off the floor, with two of the ‘plus’ arms being enclosed,
and the other two open (see Figure 3-4). Rodents will naturally avoid the open arms
and show genera preference for closed arms, but will show exploratory behaviours by
entering the exposed arms (Rodgers, 1997). Outcome measures in this test include the
latency of entry into the open arms, number of entries into the open arms, and
percentage of time spent there versus time in the closed arms. Anxiolytics (drugs that
lower anxiety levels) will decrease the latency to enter the open arms, and increase the
number of entries and amount of time an animal spends in the open arms. Rearing

behaviour can also be scored as an index of exploratory behaviour.

Figure 3-4 — A schematic figure of the elevated plus maze for mice, showing the two open and two
closed arms. Adapted from Cryan and Holmes (2005).

3.1.3.1.2 Light/dark box test

The light/dark box, also called the black/white box, consists of two arenas connected to
each other through a small opening. One arenais large, open, brightly lit and white; the
other is smaller, covered, and black (see Figure 3-5). Rodents will tend to avoid the
aversive white environment and outcome measures can include latency to entry,
locomotive behaviour, number of entries into the light arena and number of rears. As
with the EPM, anxiolytics will decrease latency to entry and increase number of entries

into the light arena.
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Figure 3-5— A schematic figure of the light/dark box test for mice. Adapted from Cryan and
Holmes (2005).

3.1.3.1.3 Open field test

First conceived in 1934, the open field test was designed to assess ‘ emotional reactivity’
in rodents. Outcome measures that were regarded as indices of ‘reactivity’ were
defecation and urination (Hall, 1934). Since then, the open field test has been widely
used as a tool for assessing exploration, inquisitive behaviour, anxiety, memory and

reaction to novelty (Ennaceur et al., 2006).

Open fields consist of alarge, open arena. They can be square (see Figure 3-6), circular
or rectangular; the arena can be bright or dark; the testing can be done in brightly
illuminated conditions or in the dark; and length of testing time can vary between less
than 5 minutes up to more than 30. This lack of standardisation can be problematic
when comparing results between different laboratories. Measures of central exploration
are often regarded as anxiety-related indices, where exploration into the centre will
increase as anxiety decreases. Again, rearing behaviour can be scored as an index of

exploratory behaviour.
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Figure 3-6 — A schematic figure of the open field test. Adapted from Cryan and Holmes (2005).
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The main advantage of the open field test isits simplicity; it is not an operant task, so no
specia training is required. In addition, it will aways yield results of some sort,
depending on your outcome measures - athough what those measures really mean can
be subject to discussion (Stanford, 2007b; Stanford, 2007a; Ramos, 2008; Walsh and
Cummins, 1976).

3.1.3.1.4 Novelty-induced hypophagia test
The inhibition of feeding produced by novelty, termed ‘ hyponeophagia’, can be used to

design studies that yield anxiety-related measures, and has been used in research to
investigate the effects of chronic antidepressant treatment in both mice and rats (see
Dulawa and Hen, 2005).

Hall (1934) first described an inverse relationship between feeding and defecation in
animals exposed to a novel environment, and this fact has been exploited in the
development of hyponeophagia paradigms, resulting in conflict tasks in which an
animal has to decide between approaching and consuming a desirable food in a novel
arena, or avoiding the novel environment for safety. Assessing hyponeophagia typically
involves presenting rodents with food in a novel, and therefore anxiogenic, environment
such as an open field or unfamiliar cage, and measuring the latency to feed and the

amount consumed.

The food will either be familiar chow presented to food-deprived and therefore hungry
animals (Shephard and Broadhurst, 1982a; 1982b),or will be a highly palatable food
presented to satiated animals (Dulawa et al., 2004). The only training needed for this
task isto familiarise the animals with the highly pal atable food before testing.

Experiments using the NIH task have used an open field (Bilkei-Gorzo et al., 2002;
Bodnoff et al., 1988; Britton and Britton, 1981) or a novel cage (Dulawaet a., 2004) as
the novel environment. Open field NIH paradigms expand the behaviours that can be
observed beyond measures of amount eaten and latency to eat, as other anxiety-like
behaviours such as defecation and urination, and exploratory behaviours such as

locomotion and rearing, can be scored and anal ysed.
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The use of food as a reward makes these paradigms ethologically relevant, in that it can
study animal behaviour in a situation which would be encountered in a natural habitat.

Asitisanon-operant task, little or no training is required.

3.1.3.2 Impulsivity asa reward-related behavioural measure

Impulsivity refers to the inability of an organism to suppress inappropriate responses.
Definitions broadly include a lack of behavioural inhibition, including actions that are
premature, mis-timed, or difficult to suppress or control (see Dalley et al., 2008).
Impulsive behaviour is a type of reward behaviour - evidence from the addiction
literature cites impulsivity as a risk factor in addiction and relapse (Perry and Carrall,
2008), and the neura substrates linked to impulsivity are closely linked to the
mesolimbic dopaminergic system, with the fronto-striatal DA circuit suggested as a
possible locus of dysfunction in pathological impulsivity (see Daley et a., 2008).
Clinicaly, impulsivity is also related to attention deficit disorders and schizophrenia
(see Robbins, 2002).

Impulsivity has been divided into two major subtypes. impulsive choice (choice of a
small, immediate reinforcer over a larger, delayed reinforcer) and inhibitory failure
(inability to stop a particular behaviour). Delay discounting tasks are used as measures
of impulsive choice, and the 5-choice seria reaction time (5CSRT) task is used to

measure inhibitory failure. Both are operant tasks that require intensive training.

3.1.3.2.1 Delay discounting task

Performed in both animals and humans, in animal experimental paradigms, animals are
trained to make alever press/nose-poke to obtain areward i.e. drug, food etc. One lever
will always deliver a small, immediate reward, whereas another will aways deliver a
larger reward after a delay. The point at which each lever is chosen equally is called the
indifference point. As the delay becomes longer, animals that display higher impulsivity
will show a lower indifference point i.e. they will press the lever for the smaller,

immediate reward more often than they will press to wait for the larger reward.

3.1.3.2.2 5-choice serial reaction time task (5CSRTT)

This complex paradigm measures inhibitory failure. The apparatus consists of a
chamber with 5 horizontally-aligned apertures, above one of which a brief visua

105



Chapter 3

stimulus, i.e. alight, will appear, and the animal can nose-poke to receive a reward. In
the task, alarge number of consecutive trials are presented and the subjects are required
to wait during either a fixed or varied inter-trial interval (IT1). Nose-pokes that occur
prematurely are thought to reflect higher levels of impulsivity (Robbins, 2002
Robinson et a., 2009).

Other tasks that measure inhibitory failure include the go/no-go task (subjects must
respond, or withhold a response, according to the particular stimulus presented), and the
stop signal reaction time (SSRT) task (where subjects must withhold a response already
initiated).

3.1.3.3 Summary of anxiety and impulsivity tests

One advantage of the anxiety paradigms introduced above is that they do not require
complex training schedules, unlike the tests for impulsivity. However, in the anxiety
paradigms, outcome measures in one paradigm may not tally with results from another.
For example, a meta-analysis of results from studies employing the EPM and open field
find that there is no single anxiety related factor in rats (Ramos, 2008). Outcome
measures can also be affected by other variables, i.e. time of day that testing is done,
gender and individual differences (Broadhurst, 1958).

Impulsivity tasks are sensitive to subtle reward behaviours and demand high levels of
cognitive attention, but they are complex and require long training periods, making

them labour-intensive and time-consuming.

3.1.4 Summary of reward behaviour tests

All of the research presented above shows the wide variety of reward behaviour
measurement. However, a large amount of studies have used direct drug administration
to study drug addiction. Whilst the mechanisms of addiction in animals are relevant to
the investigation of reward behaviours, it was decided that simpler general approach
behaviours towards an ethologically valid reward are a more appropriate way to begin
investigating the long-term cognitive behavioura effects of repeated early pain, which

is the central aim of thisthesis.
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A hyponeophagia task was chosen as the paradigm for studying reward-related
behaviours — a novelty-induced hypophagia (NIH) paradigm. It uses an ethologically
relevant reward, food, and requires no further training, other than familiarising test
animals with the food prior to testing. Furthermore, a variety of behaviours can be
scored on an NIH task using an open field. This means that not only the response to
reward can be studied, but also exploratory behaviours such as central zone entries and

rearing, and classic ‘emotionality’ measures such as defecation and urination.

When designing the experiment, it was noted that previous experiments have used
albino rat strains. Hooded Lister rats were chosen for these experiments, as they have
been widely used in research investigating cognitive behaviour, for example fear-
conditioned analgesia (Butler et al., 2008) and addiction research (Tessari et al., 2007).

A square open field arena has been used in previous tests (Britton and Britton, 1981,
Bilkei-Gorzo et a., 2002). However, it was decided that the open field arena used in
these experiments would be circular. The reason for this is that a square open field
provides corners which an animal will naturally prefer to spend timein, as there are two
walls which can shelter an animal. Making a circular open field removes corners, and so
would increase the amount of exploration that an animal would be likely to engage in.
To enhance the aversive nature of the environment further, it was decided that the arena

would be bright white, and that testing would occur under full illumination (~1000 [ux).

In line with much previous research showing that lab animals will work for sweet food
rewards, and on the recommendation of staff in the Biological Services Unit at UCL, a
sweet and palatable food treat was chosen that is easily quantifiable, cheap, and safe for
anima consumption — Cheerios breakfast cereal (Nestl€). Cheerios are comprised of
79.2% carbohydrates (of which 40% is sugars), 3.6% fat, 5.8% fibre and 6.6% protein
(www.cereal partners.co.uk/brands/cheerios-honeynut.aspx) — a much higher sugar level
than standard lab chow.

3.2 Hypotheses

The hypotheses for the experiments of this chapter state that:
e Repeated early injury will ater adult nociceptive sensory thresholds
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e Repeated early injury will ater adult reward-related behaviour in the NIH
task

e A sgingle adult injury to a previously uninjured animal will ater reward-
related behaviour in the NIH task

e A single adult re-injury to a previously injured animal will ater reward-
related behaviour in the NIH task

e The outcome measures being investigated are a reflection of reward-related

behaviours, exploration and emotionality.

3.3 Methods

To investigate the long-term effects of early-pain on later reward-related processing,
animals were repeatedly injured as neonates, and the long-term sensory and cognitive
effects investigated.

3.3.1 Experimental design

e All experiments were performed in accordance with the United Kingdom
Animals (Scientific Procedures) Act 1986.

e Litters of Hooded Lister rats were bred on-site from five breeding dams and two
stud rats (Charles River Laboratories, Kent, UK). Hooded Lister animals were
chosen as experimental subjects as they are widely used in cognitive tasks in the
literature, have good eyesight in comparison to abino rat strains such as
Sprague-Dawleys, and are highly inquisitive and likely to respond to
environmental stimuli. Litters ranged in number of pups from 6 to 16.

e Animals were maintained on a 12 hour light/dark cycle and had access to food
and water ad libitum.

e Malesand females were used in al experiments.

Four main sets of experiments were carried out:

e The effects of repeated neonatal foot wound on nociceptive sensory processing
in the adult were investigated (Figure 3-7)

e Next, the effect of repeated neonatal foot wound on reward-related processing in
the adult, using a novelty-induced hypophagia paradigm, was investigated
(Figure 3-8).
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e The set of studies investigated how reward-related processing is affected by a
single adult foot wound in animals either without (experiment 3) or with
(experiment 4) a history of neonatal foot wound (Figure 3-9 and Figure 3-10)

e The influence of Cheerios, the rewarding stimulus, was investigated by
removing the Cheerios, or moving them to an alternative place within the arena,
in animals with and without a history of foot wound after an adult re-injury.
These were control sub-experiments in experiments 3 and 4.
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Figure 3-7 — A schematic diagram to show experiment number 1 — effects of r epeated neonatal foot

wound on adult sensory naociceptive processing. FW = foot wound, AN = anaesthesia only.
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Figure 3-8 — A schematic diagram to show experiment number 2 —the behavioural effects of
repeated neonatal foot wound on adult reward-related processing in the novelty-induced
hypophagia (NIH) task
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Figure 3-9 — A schematic diagram to show experiment number 3 —the behavioural effectsof a

single adult foot wound in animalswith no history of neonatal surgery.

4) Adult
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Figure 3-10 — A schematic diagram to show experiment number 4 —the behavioural effects of a

single foot wound in animals with a history of neonatal surgery

NIH arena
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ahsent

Animals as from experiments 3 or 4
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Figure 3-11 — A schematic figure to show the sub-experiments of experiments 3 and 4 to investigate
the influence of Cheerios, wherethey were either absent from the central zone (upper circle), or

were moved to an alternate quadrant (lower circle).

3.3.2 Foot wound surgery — neonatal

All animals (except controls) received plantar skin incision (referred to as foot wound)
to the left (ipsilateral) hindpaw, at P3, P10 and P17. These ages were chosen for
multiple reasons. Firstly, they span important periods of development of the animals
(Walker et al., 2009b). Secondly, these ages cover abroad period of development that is
likened to the gestational period in human neonates from 26 weeks up to adolescence
(see Fitzgerald, 2005). These are ages at which is has been shown that injury affects
later sensory processing in both humans (Walker et al., 2009a) and animals (Anand et
al., 1999). Finaly, these are aso the time points a which the previous chapter has

shown that dopaminergic signaling is active. This is important in the context of this
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thesis in the hypothesis that early injury can interfere with reward-processing, due to

dopaminergic signalling alterations.

The plantar skin incision model of post-operative pain (Brennan et a., 1996) was used
in these experiments. It was chosen to mimic the clinical situation where premature and
full-term neonates in the neonata intensive care unit (NICU) receive multiple heel
pricks per day. Its advantages are that it is well characterised (Brennan et al., 2005;
Hamalainen et al., 2009) and easily reproducible at all postnatal ages.

e Theentire litter (n=4-15) was separated from the dam. This ensured that all pups
experienced the same amount of maternal deprivation and handling, both of
which can confound nociceptive and cognitive processing in older animals
(Walker et al., 2003a; Walker et a., 2008; de Medeiros et a., 2009; Champagne
et a., 2003). Pups were placed on a heating pad for the duration of all surgeries
and recovery periods.

e Half the litter were to receive foot wound, and half were control animals, to
receive anaesthesia only. Pups were randomly assigned at P3 to each group.

e Anaesthesa was induced with 2-5% isoflurane in 2L/min oxygen, and
maintained a 2% isoflurane for the 5-10 minutes of surgical duration.
Anaesthesia-only control animals received the same duration of anaesthesia as
surgically treated animals.

e The left hindpaw was cleaned pre-surgery with iodine solution using a cotton-
bud. Control animals' paws were cleaned in the same manner.

e An incison was made in the paw using an 11 gauge scape blade, from the

midpoint of the heel to the proximal border of the first footpad, at all age points
(Figure 3-12).

Figure 3-12 — A representative picture of the
foot wound surgery in a P17 animal. The
incision was made from the midpoint of the
heel to the proximal border of thefirst

footpad, and two stitches sutured the

incision.
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The underlying muscle and fascia were lifted and separated from surrounding
tissue using bent-tip needle-toothed forceps.

Tissue was sutured with two stitches using 5-0 Mersilk (Ethicon, Edinburgh,
UK).

The wound was disinfected with a cotton bud soaked in iodine to prevent
infection. Control animals' paws were cleaned in the same manner

Pups were returned to the holding and recovery container and recovery from
anaesthesia monitored.

Each pup was photographed after surgery/anaesthesia. As each anima has a
specific and individual pattern of markings that is maintained throughout life
(see example photos in Figure 3-13), the treatment groups that animals were
assigned to were only revealed by comparisons between photographs (taken
after each surgery) once all treatments, testing and analysis were finalised. This
blinded the experimenter to each pup’s treatment and removed the need to mark
pups between surgeries, as well as blinding the experimenter to prior treatment
of adult animals, meaning that experimenter bias was eliminated during anaysis.
After recovery of al pups, the entire litter was returned to the home cage. At P3
and P10, all animals were rolled in sawdust litter from the cage to prevent the
dam rejecting the pups when returned.

After the final surgery at P17, animals were weaned at P21-23 and housed 2-3
per cage, separated for gender, until behavioura testing was performed at
adulthood (>P90). The animals were undisturbed during this period except for
routine cleaning of cages.

112



Chapter 3

P10

P17 Adult

Figure 3-13 — Example photographsto show that the markingson a P3rat, at P10, P17 and in

adulthood. The markingsremain the same throughout the animal’slife.

3.3.3 Foot wound surgery - adult

In experiments where animals were injured in adulthood, the following protocol
was employed.

Animals were removed from their home-cages and kept in a holding box with
clean sawdust together with their cage-mates.

Animals were removed one at a time, anaesthetised and plantar skin incision
performed as above.

For recovery, anaesthetised animals were placed in a separate box from pre-
surgery cage-mates to prevent awake animals from interfering with recovering
animals.

Animals were returned to their home-cage after all cage-mates had recovered
from surgery.

Behavioural testing in the NIH paradigm was performed 2 days post-surgery.

3.3.4 Sensory testing in adulthood

Behavioural sensory testing was performed at 1 and 2 days prior to surgery to calculate

baseline responses, and 24 hours, 48 hours and 5 days post-surgery.
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3.3.4.1 Mechanical withdrawal thresholds

To assess the mechanical force that generated a nocifensive reflex withdrawal in
experimental animals, von Frey hairs (vFh) were used. These are fibres of differing
gauge that bend according to the force applied; the maximal force is generated at the
point at which the hair bends. The increase in force between hairsis logarithmic, rather
than linear. Table 3-1 illustrates the relationship between hair number and force (in

grams) needed to cause the hair to bend:

Hair | Force (Q)
10 1.95
11 3.2
12 5.9
13 10.3
14 16.3
15 24.8
16 41.7
17 65.3
18 102.4
19 156.8
20 220

Table 3-1 —atable to show the relationship between von Frey hair number and stimulusintensity

e Animalswere placed into clear Plexiglas boxes elevated on a wire mesh. Before
testing, animals were placed into the testing apparatus for one hour on the 3 days
prior to testing, to habituate to the apparatus. On test days, animals were placed
into the apparatus and | eft to habituate for 20 minutes prior to testing.

e Von Frey hairs were applied to the point of hair bending to the plantar surface of
the left (ipsilateral) hindpaw, immediatel y proximal to the incision.

e 6 applications of hair were performed, with an inter-stimulus interval of at least
10 seconds.

e Testing began with hair number 10 and increased until threshold was reached.

e The withdrawa threshold was determined as the force at which the animal
performed areflex withdrawal to 3 out of the 6 stimuli.

e The right (contralateral) paw was then tested in the same manner after an

interval of at least 5 minutes.
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After testing, animals were returned to their home cages and the apparatus
thoroughly cleaned with 5% Trigene (MediChem International, Kent, UK) and

70% ethanol, then thoroughly dried, in order to remove any odours.

3.3.4.2 Thermal withdrawal thresholds

To assess the thermal sensitivity of the animals, a protocol adapted from the original
described by Hargreaves et al (1988) is used.

3.3.5

Animals were placed into clear Plexiglas boxes placed on a clear glass sheet.
Before testing, animals were placed into the testing apparatus for one hour on
the 3 days prior to testing, to habituate to the apparatus. On test days, animals
were placed into the apparatus and left to habituate for 20 minutes prior to
testing.

The thermal withdrawal threshold testing apparatus (Plantar Test (Hargreaves
Apparatus) Ugo Basile, Italy) was placed under the glass sheet, enabling access
to the plantar surface of the hindpaw without disturbance to the animal.

A radiant beam of infrared light was directed at the plantar surface of the
hindpaw, immediately proximal to the incision, and latency to withdrawal reflex
measured (in seconds). The latency was automatically recorded as the beam
broke. To prevent tissue damage, the test was terminated after 20 seconds if no
withdrawal had occurred.

Three repeats were performed on each paw, with an inter-stimulus interval of at
least 2 minutes, and the mean average withdrawal latency calcul ated.

After testing, animals were returned to their home cages and the apparatus
thoroughly cleaned with 5% Trigene and 70% ethanol to remove any dirt and

odours, and then thoroughly dried.

Novelty-induced hyponeophagia (NIH) paradigm

Hyponeophagia refers to the inhibition of feeding produced by exposure to
novelty, and assessing it is usually done by presenting rodents with food in a
novel and thus anxiogenic environment, i.e. an open field, and measuring the
latency to eat and amount eaten. Animals are either food-deprived prior to
testing, or are trained to consume highly palatable foods which are presented

during testing (see Dulawa and Hen, 2005). In these experiments, animals were
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not food-deprived at any stage, eliminating the potential confound on behaviour
of hunger, and reducing ethical concerns.

To investigate reward-related behaviours, a paradigm was developed based on
hyponeophagia principles and involving aspects of classic conflict tasks, where
the natural exploratory drive of an animal isin conflict with its fear of unfamiliar
and aversive environments. In this paradigm, the animal had to overcome a
novel, aversive environment to receive a palatable food reward that the animal
was familiar with: Cheerios breakfast cereal (Nestlé).

To habituate animals to the palatable foodstuff, all animals received a few
Cheerios, placed onto the surface of their home-cage, for 3 days prior to testing.
All animals were checked to confirm seeking and appetitive behaviour towards
the treats in their home cage before testing in the NIH paradigm.

All animals were tested between 10am and 12pm. Whilst this is in the Slegp
phase of nocturna rodents diurnal rhythms, all testing was done between these
times to minimize confounds due to sleep/awake state.

All testing was done in minima noise conditions, as noise levels have been
shown to affect results in open field paradigms (see Walsh and Cummins, 1976).
On the day of testing, animals were removed singly from their home cage and
placed into a holding box with clean sawdust.

The holding box was taken into the testing room and the animal immediately
placed into the testing arena. The experimenter then left the room immediately,
as presence of an experimenter has been shown to ater open field behaviours
(see Walsh and Cummins, 1976).

The arena consisted of a circular, bright (>1000 lux) white open field 1.25m in
diameter (see Figure 3-14), with awall height of 50cm to prevent escape.

A central zone was defined as an area with a 15cm radius around the central
point of the arena (see Figure 3-14).

A glass bowl was placed in the centre of the arena, containing 20 Cheerio food
treats.

Animals were placed into the arena equidistant from the food bowl and the edge
of the arena and behaviour recorded using a webcam (Logitech Quickcam,

Logitech ® Inc.) suspended above the arenafor a period of 15 minutes.
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e After the 15 minute test period, the experimenter returned to the room and
animals were removed from the arena and placed back into the holding box,
where a photograph was taken of their markings for blinding purposes. The
holding box was returned to the room containing the home cages.

e Tested animals were retained in the holding box whilst the arena was cleaned in
preparation for the next animal, and were kept separate from cage-mates
awaiting testing, to prevent the tested animal communicating any stress to the
as-yet untested animal, for example via ultra-sonic vocalisation (Litvin et a.,
2007).

e Once both/all cage-mates had been tested, all animals were returned to their
home-cages. The sawdust in the holding box was changed after each cage of
animal's had been tested.

e In between testing sessions, the arena was scrubbed and disinfected with 5%
Trigene and 70% ethanol in preparation for the following animal. This was to
remove any olfactory traces of the previous animal. Any remaining Cheerios
were disposed of and the glass food bowl washed with hot water and disinfected
with 70% ethanol.

e Two hours after testing, animals were sacrificed and the animals brains were

utilised for the experiments in the next chapter.

Figure 3-14 — An aerial photograph taken from above the modified novelty-induced hypophagia
(NIH) task. Thearena is 1.25m in diameter, and the central zone was defined as a circle of 30cm

diameter, placed directly in the centre of the arena.
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3.3.5.1 Quantification

Behavioural videos were manually scored by a blinded experimenter on a variety of
outcome measures. These were separated for analysis purposes into anxiety-like

behaviours, exploratory behaviours, and appetitive behaviours.

3.3.5.1.1 Anxiety-like behaviours

e Number of faeca boli

e Number of urine puddles (>5mm diameter)

3.3.5.1.2 Exploratory behaviours

e Number of rears

e Number of entriesinto the central zone (C2)

e Percentage of time spent in the central zone

e These outcome measures were time-binned into 5 minute periods and also

counted as total measures over the entire 15 minute recording period.

3.3.5.1.3 Reward-seeking behaviour

e Timetaken to eat first Cheerio

e Number of Cheerios eaten (time-binned and total number)
3.3.6 Analysis

3.3.6.1 Sensory testing

e Percentage change from baseline after surgery was calculated. This was to
control for individua differences in variable baseline thresholds.

e Anaysis of sensory testing thresholds was performed using Prism Version 4
software (GraphPad, San Diego, USA). Data was compared by 2-way repeated
measures ANOV A with day and treatment as variables and Bonferroni post-tests

e Graphswere prepared in Prism 4.

3.3.6.2 Hyponeophagia testing

e Anaysis was performed using SPSS version 15.0 for Windows (SPSS Inc.,
Chicago, USA). Multiple comparisons between groups and outcome measures
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were performed by multivariate anaysis of variance (MANOVA), with
treatment group as the Between-subjects factor and outcome measures as the
Fixed factors. Bonferroni and Tukey’s HSD post-hoc tests were performed to
find which way any differences between groups and treatments lay.

e Anaysis of time-binned data was performed by 2-way Repeated measures
ANOVA with Tukey’s Multiple Comparisons Test.

e Graphswere prepared in Prism 4.

e For both sensory and behavioura testing, results were considered statistically
significant if p<0.05.

3.4 Results

The results presented in this chapter cover both sensory and cognitive modalities and
investigate the long-term effects of a repeated early injury on adult reward-related
behaviours. To begin, the results from the sensory testing in adulthood both pre- and
post-injury are presented, followed by the results from behavioura testing in the
novelty-induced hypophagia (NIH) paradigm.

3.4.1 Sensory testing

Both mechanical and thermal thresholds of injured and control animals were measured
in adulthood (postnatal day (P)>90). This was to see what effect a repeated neonatal
foot wound (see Methods) had on sensory processing in the adult animal at baseline,
and after a single foot wound injury or re-injury in the adult animal. A reminder of the

experimental design is shown in Figure 3-15:

Neonate

1)
FW Adult
D N

Development

Thermal

Figure 3-15 — A schematic diagram representing the experimental design of the sensory testing
experimentsto measur e mechanical and ther mal withdrawal thresholdsin neonatally injured or
anaesthetised animals, both at baseline and after adult surgery. FW = foot wound, AN =

anaesthesia only.
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Mechanical and thermal withdrawal thresholds were measured at 1, 2 and 5 days post-
surgery in adulthood. Results after adult re-injury are presented below at the 2-day time
point post-surgery. This is because this is the time-point of maxima change from
baseline and so highlights treatment differences clearly. For full datafor each time point

after surgery, see Appendix 2.

The ipsilateral (wounded foot) and contralateral (non-wounded) hindpaw were tested
(see Methods for experimental design and timeline). Genders were analysed separately
at baseline and pooled after adult re-injury. The treatment groups are detailed in Table
3-2:

Treatment group AU 131
group
Male foot-wounded (FW) 3
Male anaesthesia control (AN) 3
Female foot-wounded (FW) 3
Female anaesthesia control (AN) 3

Table 3-2 — A table to show the treatment groupsand number of animals per group for the sensory

testing experiments
3.4.1.1 Mechanical withdrawal thresholds

3.4.1.1.1 At basdine, male mechanical withdrawal thresholds do not differ
between injured and uninjured paws, or wounded and control

animals

There are no significant differences (2-way ANOVA) in mechanical withdrawal
threshold between ipsilateral and contralateral foot, nor between treatment group (foot
wounded and anaesthesia), in adult males at baseline, as shown in Graph 3-1:

7 ipsi Graph 3-1- A bar graph to show the baseline
] B3 Contra mechanical withdrawal thresholdsin male
foot wounded (FW) or anaesthesia control

(AN) animalsin theipsilateral and

Mechanical withdrawal
threshold (g)
N w B

104 e i contralateral paws. Thresholdswere

measur ed in adulthood after repeated

Treatment neonatal injury or anaesthesia.
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3.4.1.1.2 At baseline, female mechanical withdrawal thresholds are higher in
neonatally injured animals.

At baseline, the previoudly injured femaes (FW) show a significantly increased
mechanical withdrawal threshold compared to the uninjured animals (AN), i.e. are less
sensitive to punctate mechanical stimuli (Treatment: Fag= 6.544, p<0.05; 2-way
ANOVA with Bonferroni’s post-tests).

*

Graph 3-2 - A bar graph to show the
3 ips baseline mechanical withdrawal thresholdsin
EZH Contra female foot wounded (FW) or anaesthesia
control (AN) animalsin theipsilateral and

contralateral paws. Thresholdswere

Mechanical withdrawal
threshold (g)
e

measur ed in adulthood after repeated

neonatal injury. *p<0.05; 2-way ANOVA

Treatment with Bonferroni’s post-tests.

3.4.1.1.3 Mechanical withdrawal thresholds are lower in the ipsilateral paw 2
days post-injury

After the adult animals are exposed to a single foot wound, mechanical withdrawal

thresholds are significantly lower in the ipsilateral paw of neonataly injured (FW)

animals 2 days after injury (Fa10=12.44, p<0.05; 2-way ANOVA with Bonferroni’s

post-tests). This decrease in baseline is not significant in the neonatally anaesthetized

(AN) control group.

Graph 3-3- A bar graph to show the

per centage change from baselinein

10007 ipsi mechanical withdrawal threshold 2 days

B3 Contra post-injury in adulthood. The horizontal
dashed lineindicates basdline. Injured (ipsi)
and uninjured (contra) paws ar e shown for
previoudy injured (FW) and uninjured (AN)

animals. TheY axisisalogarithmic scale as

1004

Change from baseline
(%)

10

Treatment the vFh increasein force (in grams) between

each hair number islogarithmic. Percentage
change from baseline was plotted to show

changesin sensitivity moreclearly.
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3.4.1.2 Thermal withdrawal thresholds

3.4.1.2.1 Male basdline thermal withdrawal thresholds do not differ between

paw or treatment

Graph 3-4 shows that there are no differences in thermal withdrawal threshold between
ipsilateral and contralateral paws in either the injured or uninjured animals, and there
are no differences between treatment group (FW and AN) either (2-way ANOVA).

6B
Ipsi

E==3 Contra

a
1

Graph 3-4 - A bar graph to show the basdine
thermal withdrawal thresholdsfor male

injured and uninjured animals, in both

i

Withdrawal (s)

ipsilateral and contralateral paws.

o L N w
T N h 1

Group

3.4.1.2.2 Female baseline thermal withdrawal thresholds are higher in the

ipsilateral paw of the previously injured females

Graph 3-5 shows that the previously injured female rat shows a significantly higher
basal thermal withdrawal threshold in the ipsilateral paw, compared to the contralateral
paw and anaesthesia control animals (Paw F(1,8=1.9; Treatment F5=2.65, p<0.05; 2-
way ANOVA with Bonferroni’ s post-tests). This suggests that the female FW animal is
hypoalgesic (i.e. less sensitive to thermal nociceptive stimuli) at baseline, in the injured

paw only.

1007 Clipsi
E=H Contra Graph 3-5 - A bar graph to show the baseline

ther mal withdrawal thresholdsfor female

7.54

>0 injured and uninjured animals, in both

2.5+

Withdrawal (s)

ipsilateral and contralateral paws. *p<0.05;
2-way ANOVA with Bonferroni’s post-tests.

0.0

Group

3.4.1.2.3 Thermal withdrawal thresholds are lower 2 days after single adult

foot wound injury in neonatally injured animals

The ipsilateral paw of the previously injured animals shows a significant decrease in
thermal withdrawal threshold 2 days post-injury (Paw: F1,10=28.59, p<0.001; 2-way
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ANOVA with Bonferroni’s post-tests). This effect is not seen in the animals that were
anaesthetised as neonates (AN).

*kk

1201 Eipsi Graph 3-6 — A bar chart to show the

EZ=3 Contra per centage change from baseline of ther mal

withdrawal thresholds 2 days after adult
injury. The horizontal dashed lineindicates
basdline. (***=p<0.001; 2-way ANOVA with
Bonferroni’s post-tests).

Change from baseline
(%)
3

J
FW
Treatment

3.4.1.3 Summary of sensory threshold testing

e Theresults presented above show that at baseline, male animals do not show any
mechanical or thermal differences in withdrawal thresholds between ipsilateral
and contralateral paws, regardiess of whether they have a history of neonata
injury or not.

e Femae animas that have been previously injured (FW) show a baseline
hypoalgesia in the ipsilateral paw for both mechanical and thermal noxious
stimuli.

e After asingle adult injury, both mechanical and thermal withdrawal thresholds
are lower in the ipsilateral paw 2 days post-surgery, in the neonatally injured
animalsonly.

3.4.2 Repeated neonatal foot wound has little effect on adult reward-
related behaviours

The results presented in this section will describe the effect of a repeated neonatal foot
wound on adult baseline reward-related behaviours. A reminder of the experimental

design is shown in Figure 3-16:
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Neonate
P P1 P1 Adult
W
D$ ©)

Figure 3-16 — A schematic diagram showing the experimental design for the experiments

investigating baseline adult reward behavioursin the NIH arena after repeated neonatal surgery.

The behaviours were measured during a 15 minute testing period in the novelty-induced
hypophagia (NIH) paradigm (see Methods). Outcome measures (i.e. number of rears)
that can be separated into 5 minute time bins were separated, and are presented in time
binned format in appendix 2 to show the variability of behaviours over the 15 minute
testing period. The results from the 5-10 minute time bin only are shown in this section
as many outcome measures show variable onset times; restricting the analysis to one

time bin enables treatment effects to be shown more clearly.

Outcome measures have been classified into anxiety-related measures (faeces and
urine), exploratory behaviours (rearing, central zone entries and time spent in central
zone) and appetitive behaviours (time to first Cheerio and total number of Cheerios).

Treatment groups and numbers of animals per group are described in Table 3-3 below:

Group Number of animals
Male foot wounded (M FW) 19
Male anaesthesia only (M AN) 13
Female foot wounded (F FW) 19
Female anaesthesia only (F AN) 11

Table 3-3 —atable to show the treatment groups and number of animalsin each group.
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3.4.2.1 Anxiety-related measures are not affected by repeated neonatal

surgery

3.4.2.1.1 Faeces

Graph 3-7 illustrates the number of faecal boli produced by males and females over the
15 minute test period in the novelty-induced hypophagia test. There were no significant
differences between treatment groups (FW versus AN)(2-way ANOVA). There was a
significant effect of gender, showing that females produced fewer faecal boli
(F,58=4.72, p<0.05; 2-way ANOVA).

3=
CFW  Graph 3-7 — A bar graph to show the number

. EZRAN of faecal boli produced by males and females
— 2-
§ when tested for 15 minutesin the novelty-
@
§ induced hypophagia paradigm.
w 14

0 T

Female
Gender

3.4.2.1.2 Urine

There were no differences in urination between gender or treatment group over the 15
minute test period in the NIH paradigm (2-way ANOVA).

3-
FW

AN
T -|- ea Graph 3-8 — A bar graph to show the number

i

of urine puddles (>5mm in diameter)
produced by males and females when tested

[y
N

Urine puddles

for 15 minutesin the novelty-induced

hypophagia paradigm.

Fen'1al<.e.
Gender
3.4.2.2 Exploratory behaviours are not affected by repeated neonatal
surgery

The data presented below is for the 5-10 minute time bin only. Data showing the results

across the entire 15 minute testing period is presented in Appendix 2.
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3.4.2.2.1 Number of rears

The number of male and female rears decreases over the testing period (see Appendix
2). Graph 3-9 shows the number of male and female rears in the NIH paradigm in the 5-
10 minute time bin. There is no effect of treatment on the number of rears. There is a
significant effect of gender on the number of rears, showing that females rear more than
males (Gender F1,55=12.05, p<0.001; 2-way ANOVA with Bonferroni post-tests).

30+
T FW

E=3AN

20 Graph 3-9 —abar graph to show the number

of rearsthat both genders, foot wounded and

Rears

10- anaesthesia-only, performed in the 5-10

minute time-bin.

Male Female
Gender

3.4.2.2.2 Central zone entries do not differ between treatment groups or

genders

The number of entries that the anaesthesia group made into the central zone decreased
over the 15 minute time period in both males and females (see Appendix 2). Graph 3-10
shows that there is no effect of treatment or gender on the number of central zone

entries during the 5-10 minute time bin.

----- ;‘,’\l\’ Graph 3-10 —a bar graph to show the
: number of central zone entriesthat male and
female foot wounded and anaesthesia-only

animals performed during the 5-10 minute

Number of central
zone entries

O L N WH OO N OO
I W W T S M M - ]

time bin.

o I o
Female
Gender

3.4.2.2.3 Time spent in central zone does not differ between treatment group or
gender
The time that the animals spent in the central zone increased during the test period (see

Appendix 2). There was no significant effect of treatment or gender in the 5-10 minute
time bin (2-way ANOVA).
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FW
E=3 AN

Graph 3-11 —a bar graph to show the

per centage of time spent in the central zone

central zone

by both males and femalesin the 5-10 minute

Percentage of time in

time bin.

i .
Male Female
Gender

3.4.2.3 Appetitive behaviours in adulthood are altered by repeated
neonatal foot wound

Animals that did not eat any Cheerios during the entire 15 minute testing period were
excluded from this analysis. As this excluded a high number of animals, to see whether
this had arisen due to chance or was an effect of treatment, Fisher's Exact Test was
performed to compare the groups to an expected baseline of 100% eating behaviour.
Table 3-4 shows that the M FW group, with a total of 7 animals out of 19 avoiding
Cheerios, had significantly fewer animals that ate Cheerios than was expected (p<0.008;
Fisher's Exact Test). Therefore at baseline, male injured animals are less likely to eat
Cheerios in the NIH task.

Treatment Number of non- P value from Fisher’s
group eaters/total Exact test
M FW 7/19 0.008 **
M AN 3/13 0.22
F FwW 3/19 0.12
F AN 1/11 0.5

Table 3-4 — A table to show the number of non-eating animalsin each treatment group and the P
values of the Fisher’s Exact test, comparing the number of non-eating animalsto an expected eating
baseline of 100%. **p<0.01.

3.4.2.3.1 The time taken to eat the first Cheerio does not differ between
treatment group or gender

Excluding the non-eaters, there are no significant differences between treatment group
or gender in the amount of time taken to eat the first Cheerio (2-way ANOVA).
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Graph 3-12 —a bar graph to show thetime
EEAN taken to eat thefirst Cheerioin the male and

female foot wounded and anaesthesia-only
groups. Male FW n=12, M AN n=10, F FW
n=16, F AN n=10.

L]
Female
Gender

3.4.2.3.2 The number of Cheerios eaten

The number of Cheerios eaten in the 5-10 minute time bin did not differ between

treatment groups. There was a significant effect of gender, showing that females ate
fewer Cheerios during thistime bin (F(1,44=6.7, p<0.05; 2-way ANOVA).

Number of Cheerios

7.59

5.0

2.5+

T  oea [
B E=AN
Graph 3-13 — A bar graph to show the

number of Cheerios eaten by males and

femalesin the 5-10 minute time bin.

0.0

L)
Female
Gender

3.4.2.4 Summary of the effect of a repeated neonatal injury on baseline

adult reward-related behaviours.

The results from the above section show only gender differences in reward-
related behaviours at baseline in adulthood after an animal has had a repeated
foot wound as a neonate.

Anxiety-related behaviours, in this series of experiments defined as production
of faeces and urine, show no differences between treatment groups, but show
that females produce fewer faecal boli over the total testing period than males.
Exploratory behaviours, defined as number of rears, entries into the central zone
and time spent in the central zone, display no treatment group differences in the
5-10 minute time bin, but show that females rear more than males in the 5-10
minute time bin.

Appetitive behaviours, in these experiments the time taken to eat the first
Cheerio and the number of Cheerios eaten, show that a male with a history of

foot wound is less likely to consume any Cheerios. Excluding non-eating
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animals from the analysis shows that females eat fewer Cheerios in the 5-10

minute time bin.

3.4.3 The effect of a single acute foot wound in adulthood on reward
related behaviours in animals with no prior history of injury
The results presented in this section will describe the effect that a single adult foot
wound has on behaviour in the NIH of an animal with no prior history of surgery
(anaesthesia-only animals from the above section). A reminder of the experimental

design for this experiment is shown in Figure 3-17:

3) Adult

NIH
Neonate
P17 / - \

AN ( a ( a ( ‘ Deveiopment ®
\ @ / Chaerios

Figure 3-17 — A schematic diagram to show the experimental design of the experiment to investigate
the effect of a single adult foot wound on behaviour in the NIH arena of animalswith no history of

injury.

As above, the behaviours were measured during a 15 minute testing period in the NIH
paradigm; outcome measures have been classified into anxiety-related measures (faeces
and urine), exploratory behaviours (rearing, central zone entries and time spent in
central zone) and appetitive behaviours (time to first Cheerio and tota number of
Cheerios); and were time-binned accordingly. Testing was performed 2 days post-
surgery. Data showing all time bins is presented in Appendix 2. The data presented
below is from the 5-10 minute time bin only to show treatment effects more clearly.

Treatment groups and numbers of animals per group are described in Table 3-5:

Number of
Group .
animals
Male anaesthesia only (M AN) 13
Male anaesthesia plus adult wound(M AN+FW) 14
Female anaesthesia only (F AN) 11
Female anaesthesia plus adult wound (F AN+FW) 13

Table 3-5— A tableto show the treatment groups and number of animalsin each group
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3.4.3.1 Anxiety-related measures are not affected by a single adult foot

wound in animalswith no history of injury

3.4.3.1.1 Faecal bolus production is not affected by single adult foot wound

The results show that there are no significant differences in the production of faeces due
to treatment in animals with no history of injury after a single adult foot wound. There
is a significant effect of gender, showing that females produce fewer faecal boli
(F1,47=5.64, p<0.05; 2-way ANOVA). Thereis atrend that suggests that the number of

faeces may increase in the adult injured animals, although thisis not significant.

C=JAN
EEAN+FW  Graph 3-14 — A bar graph to show the

number of faecal boli produced in animals

with no history of neonatal foot wound.

Faecal boli

Tl

L]
Female
Gender

3.4.3.1.2 Urination is not affected by a single adult foot wound

There is no significant effect of treatment group on the number of urine puddles
produced over the testing period of the NIH paradigm. There is a significant effect of
gender, showing that females urinate less frequently (Fqa.47=12.68, p<0.001; 2-way
ANOVA).

L
AN Graph 3-15— A bar graph to show the
EZ3 AN+FW

w
1

number of urine puddles (>5mm in diameter)

produced during the NIH task in animals

Urine puddles
i

with no history of injury, after a single adult

foot wound.

Gender

3.4.3.2 Exploratory behaviours are affected by a single adult foot

wound

3.4.3.2.1 Rearing is decreased after a single adult foot wound in animals with

no history of injury
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Rears are decreased in both male and femal e adult-injured animals compared to controls
(Treatment F147=22.4, p<0.01; 2-way ANOVA with Bonferroni’s post-tests). There
was a significant effect of gender (Gender F147=6.0, p<0.05; 2-way ANOVA). This
shows that animals with no foot wound history, injured as adults, show less rearing

exploratory behaviour.

30- = =

AN Graph 3-16 — A bar graph to show rearing
E= AN+FW . . . . L
behaviour in the 5-10 minutetimebin, in

animalswith a single adult foot wound and

Rears

no history of prior injury. **p<0.05; 2-way
ANOVA with Bonferroni’s post-tests.

Male Female
Gender

3.4.3.2.2 Central zone entries are not affected by a single adult foot wound

There is no effect of treatment on the number of entries into the central zone during the
5-10 minute time bin in animals with no injury history. There is an effect of gender
which shows that females enter the central zone more frequently than males

(Fu47=4.93, p<0.05; 2-way ANOVA).

. C3AN
EZE AN+HFW
Graph 3-17 — A bar graph to show central

zone entriesin the 5-10 minute time bin of

thetesting period, in animalswith noinjury

Central zone entries
(2]
L

history, after a single adult foot wound.

L]
Female

Gender

3.4.3.2.3 Time spent in the central zone increasesin animalsinjured as adults

Percentage of time spent in central zone is increased after a single adult foot wound in
animals with no injury history. Graph 3-18 shows that the amount of time spent in the
centra zone is higher during the 5-10 minute time bin in both sexes of animals
receiving a single adult foot wound, compared to those that do not (Treatment
Fa,47=23.3, p<0.05 in males, p<0.001 in females; 2-way ANOV A with Bonferroni post-
tests).
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3.4.3.3 Appetitive behaviours are not affected by a single adult foot

Chapter 3

Graph 3-18 — A bar graph to show the
C=3AN
EZ AN+FW amount of time spent in the central zonein
the 5-10 minute time bin in animalswith a
single adult foot wound. *p<0.05;
***n<0.001; 2-way ANOVA with

Bonferroni’s post-tests.

wound in animalswith no prior history of injury

As above, animals that did not eat any Cheerios during the entire 15 minute testing
period were excluded from this analysis. Fisher's Exact test was performed to see

whether the non-consumption of Cheerios was a result of treatment or not. A table to

show the number of male and female non-eaters, and the Fisher’'s Exact p value, is

shown below:
Treatment arou Number of non- P value from Fisher’s
9 P eaters/total Exact test
M AN 3/13 0.22
M AN+FW 2/14 0.48
F AN 1/11 0.5
F AN+FW 0/13 n/a

Table 3-6 — A table to show the number of non-eatersin each treatment group, and the P value

from Fisher’s Exact test comparing animalsto an expected baseline of 100% consumption.

Table 3-6 shows that non-consumption by the animals was not due to an effect of

treatment. Excluding the non-eating animals left the following numbers in each group:

Treatment group Number of anirenaaglesrs(()axcluding non-
M AN 10
M AN+FW 12
F AN 10
F AN+FW 13

Table 3-7 — A table to show the number of animalsremaining in each treatment group once non-

eater shad been excluded.
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3.4.3.3.1 Thereis no difference between treatment groups in the time taken to
eat the first Cheerio

There is no difference in the time taken to eat the first Cheerio between animals with a

single adult injury and those without (2-way ANOVA).

6001

AN Graph 3-19 — A bar graph to show thetime
EZ3 AN+FW

S a0
Qo 9O
9

taken for animalswith no history of foot
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o
1

wound to eat thefirst Cheerio during the 15

minute testing period.
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o
i

Time to 1st Cheerio (s)
o
<
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L) L)
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3.4.3.3.2 Females eat fewer Cheeriosthan malesin the 5-10 minutetime bin

Eating behaviour does not begin until 5 minutes of testing, as shown in Graph 3-20.
There were no significant treatment group differences, but a significant effect of gender,
showing that females ate fewer Cheerios than males (F1,41=6.26, p<0.05; 2-way
ANOVA).

O
8 CJAN Graph 3-20 - A bar graph to show the
c 74 EZ=A AN+HFW ) ) .
g ¢l number of Cheerioseaten in the 5-10 minute
(]
3 i: time bin in animalswith no prior history of
g 3 foot wound, after a single adult foot wound.
2+
14
o

Gender

3.4.3.4 Removing the food reward alters exploratory behaviours in
males and femaleswith no history of injury

To investigate the effect that the presence of the food reward had in general on
exploratory behaviours, the Cheerios were removed from the central bowl and separate
litters of animals who received a single adult foot wound were tested. Table 3-8 shows

the number of animalsin each group.
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Treatment Group Number of animals
M AN+FW Cheerios Present 14
M AN+FW Cheerios Absent 5
F AN+FW Cheerios Present 13
F AN+FW Cheerios Absent 4

Table 3-8 — A table to show the treatment group and number s of animals per group in the

presence/absence of Cheeriostest.

3.4.3.4.1 Anxiety measures are not significantly affected by the presence or
absence of Cheerios

Neither male nor female anxiety measures, as indexed by number of faecal boli and
urine puddles, are affected when Cheerios are removed from the NIH arena (2-way
ANOVA).

3.4.3.4.2 The absence of Cheerios causes fewer entries into the central zone

and decreases the amount of time spent there

Removing the Cheerios has the effect of decreasing the number of entries into the
central zone (Graph 3-21) and decreasing the percentage of time spent there (Treatment
Fa32=7.75, p<0.01; 2-way ANOVA with Bonferroni’s post-tests) as shown in Graph
3-22. These results show that the presence of Cheerios is a factor affecting exploratory

behavioursin the NIH arena.

Present

E=E3 Absent Graph 3-21—A bar graph ShOWIng entries

into the central zone during the 5-10 minute

time bin in animalswith no history of

Entries into the
central zone

neonatal injury. Thereisan effect of gender,

showing that females enter the central zone

L)
Female

mor e than males (F;32=5.35, p<0.05; 2-way
ANOVA).

Gender

gg: CPresent Graph 3-22 — A bar graph to show the effect

P EEZ3 Absent of absence of Cheerios on per centage of time
354
% 304
< 254
204
154
104

5-

spent in the central zone in animalswith no
history of neonatal injury. **p<0.01; 2-way
ANOVA with Bonferroni’s post-tests.

Time in central zone
%

Female
Gender
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3.4.3.5 Moving the food-bowl within the arena alters anxiety and
approach behavioursin animalswith no history of injury

The effect of moving the food-bowl from the centre to a less anxiogenic quadrant was
investigated. Litters of animals with no history of neonatal surgery, who received a
single adult foot wound, were tested with the food-bow! in an *aternate quadrant’ close
to the edge of the arena (see Methods) and compared to the results from litters with the
food-bowl in the centre. The central zone was defined as circling the food-bowl,

regardless of its position. The groups and numbers of animals are shown in Table 3-9.

Treatment group Number of animals
M AN+FW Centre (Central) 14
M AN+FW Alternate Quadrant (AltQuad) 3
F AN+FW Centre (Central) 13
F AN+FW Alternate Quadrant (AltQuad) 11

Table 3-9 — A table to show the treatment groups and numbers per group when the food-bowl is

moved from centreto edge (alter nate quadrant).

3.4.35.1 Anxiety measures are changed by moving the food-bowl to an

alternate quadrant of the arena

The hypothesis that anxiety measures should be decreased when the food-bowl is
moved away from the centre is fulfilled, as for both genders, there is significantly more
urine production when the food-bow! is placed in the centre of the NIH arena (Quadrant
Fa37=5.22, p<0.05; Gender F137=5.45, p<0.05; 2-way ANOVA with Bonferroni’s
post-tests). This effect is not significant when measuring defecation levels (2-way
ANOVA).

=2 Centre Graph 3-23 — Anxiety, asindexed by number
E==3 AltQuad

of faecal boli, in animalswith no injury

history when the food-bowl isin the centre of

Faecal boli

the arena or an alternate quadrant
(AltQuad).

L)
Female
Gender
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“T . =3 Centre Graph 3-24 — Anxiety, asindexed by urine
31 B AlQuad puddles, in animals with no injury history,
* when the food-bowl isin the centre of the

arenaor an alternate quadrant. *p<0.05, 2-
way ANOVA with Bonferroni’'s post-tests.

Urine puddles
i

L] - L]
Male Female
Gender

3.4.3.5.2 Exploratory behaviours are minimally affected by the alternate
placement of the food-bowi

Rearing behaviour during the 5-10 minute time bin is not affected by the placement of
the food-bowl, and the percentage of time spent in the central zone is also the same
wherever the bowl is placed (2-way ANOVA). However, entries into the central zone
by females decrease when the Cheerios are placed into the alternate quadrant (Graph
3-25)(p<0.05; 2-way ANOVA with Bonferroni’s post-tests). This is unexpected, as the
number of entries was predicted to increase when the food-bowl was placed in an

alternative, less anxiogenic, quadrant.

*

114 Graph 3-25— A bar graph to show the

10- T = Centre

o E==9 AltQuad number of central zone entries during the 5-
8+

71 . 10 minutetime bin in animalswith no history

6
5
4
34
24
1
0

of neonatal injury. *p<0.05; 2-way ANOVA

H

with Bonferroni’s post-tests.

Central zone entries

=
Female
Gender

3.4.3.5.3 Appetitive behaviours are altered when Cheerios are placed in an
alternate quadrant

It was expected that the time taken to eat the first Cheerio would decrease when the
Cheerios were in the alternate quadrant. This is the case for females, as Cheerios are
eaten sooner when the food-bowl was in the aternate quadrant (p<0.01; 2-way ANOV A
with Bonferroni’s post-tests)(Graph 3-26). There was no difference in the amount of
Cheerios eaten during the 5-10 minute time bin when the Cheerios were placed in the
alternate quadrant (2-way ANOVA).
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=] Centre
EZ3AQuad Graph 3-26 — A bar graph to show the time

taken to eat thefirst Cheerioin both males
and females when the bowl isplaced in an

alternate quadrant. **p<0.01; 2-way

ANOVA with Bonferroni’s post-tests).

Gender

3.4.3.6 Summary of the effect of a single adult foot wound on

3.4.4

previousy uninjured animals

The data in this section describe reward-related behaviours after a single adult
injury in animals with no prior history of surgery. Time-binned data are
presented from the 5-10 minute time bin. Data from al time-binsis presented in
Appendix 2.

Anxiety-related measures show no differences between animals that were
injured or uninjured as adults.

Exploratory behaviours, for both genders, show a similar pattern of results.
Animals that receive asingle adult injury (compared to uninjured controls) show
decreased rearing behaviour, increased time spent in the central zone, but no
differences in the number of entriesinto the central zone.

Excluding animals that did not eat, the time taken to eat the first Cheerios did
not differ between treatment groups. Females overall ate fewer Cheerios.
Removing the Cheerios causes less time to be spent in the central zone. Placing
the Cheerios in an aternate quadrant is less anxiogenic for both genders, and
causes females to eat the Cheerios sooner. This confirms that Cheerios are

rewarding, and that the centre of the arenais an anxiogenic environment.

The effect of re-injury to animals with a history of repeated

neonatal foot wounds on reward-related behaviours

The results presented in this section will describe the effect that a single adult foot

wound has on an animal with a prior history of surgery. Animas al had repeated

neonatal foot wound surgery within the first 21 days of life. A reminder of the

experimental design is shown in Figure 3-18:
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4) Adult
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Figure 3-18 — A schematic diagram to show the experimental design of the experiments
investigating behavioursin the NIH arena after repeated neonatal injury and re-injury in
adulthood.

As above, the behaviours were measured during a 15 minute testing period in the NIH
paradigm (see Methods); outcome measures have been classified into anxiety-related
measures (faeces and urine), exploratory behaviours (rearing, central zone entries and
time spent in central zone) and appetitive behaviours (time to first Cheerio and total
number of Cheerios); these were time-binned accordingly. Time binned data, to show
the effects of time on the outcome measures, are presented in Appendix 2. Data
presented below is from the 5-10 minute time bin. Testing was performed 2 days post-
surgery. Treatment groups and numbers of animals per group are described bel ow:

Treatment group Number of animals
Male neonatal foot wound (M FW) 19
Male neonatal foot wound+adult foot wound 14
(M FW+FW)
Female neonatal foot wound (F FW) 19
Female neonatal foot wound+adult foot wound 12
(F FW+FW)

Table 3-10 -A table to show the treatment groups and number of animalsper group in the

experiment studying animalswith a history of neonatal injury.

3.4.4.1 Anxiety-related measures ar e affected by adult re-injury

Males with a history of foot wound defecate more after a single adult foot wound in
adulthood, compared to animals that do not receive a foot wound in adulthood (p<0.05;
2-way ANOVA with Bonferroni’s post-tests). There is a significant effect of gender,
showing that females defecate less than males (F( 60=14.2, p<0.001, 2-way ANOVA).

There was no effect of re-injury on urine production (2-way ANOVA).

138



Chapter 3

Graph 3-27 - A bar graph to show the

=arw number of faecal boli produced by animals
EEEAFW+FW

after a single adult foot wound in animals

with a history of repeated neonatal foot

Faecal boli

- N o .
T T wound injury. *p<0.05; 2-way ANOVA with

Bonferroni’s post-tests.

Gender

3.4.4.2 Exploratory behaviours are significantly altered by an adult re-

injury

34.4.2.1 Rears are significantly decreased in animals with a history of

neonatal injury

Animals that were re-injured as adults (FW+FW) reared significantly fewer timesin the
5-10 minute time bin compared to control animals (FW)(F,60=49.24, p<0.001; 2-way
ANOVA with Bonferroni’s post-tests). There was a significant effect of gender,
showing that females rear more than males (F(1,60=21.75, p<0.001; 2-way ANOVA).

*kk

301 T =W Graph 3-28 — A bar graph to show the

EER FW+FW

*kk

number of rearsin the 5-10 minute time bin

204
in animalswith a history of neonatal

repeated injury. ***p<0.001; 2-way ANOVA

with Bonferroni’s post-tests.
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104

1
Male

Gender

3.4.4.2.2 Central zone entriesareincreased in femalesre-injured as adults

The number of entries into the central zone increased in females re-injured as adults
(Treatment F1,60=4.14, p<0.01; 2-way ANOVA with Bonferroni’s post-tests).

15+ **

=arw Graph 3-29 — A bar graph to show the

B3 FW+FW
number of entriesinto the centreduring the
5-10 minute time bin by animalswith a
history of repeated neonatal injury.
**p<0.01; 2-way ANOVA with Bonferroni’'s

post-tests).

Central zone entries

Male Female
Gender
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3.4.4.2.3 Percentage of timein the central zone increases after adult re-injury.

The percentage of time spent in the central zone is higher in al animals re-injured in
adulthood (Treatment F(1,60)=22.26, p<0.01; 2-way ANOVA with Bonferroni’s post-
tests).

50+

Graph 3-30 — A bar graph to show the
401 per centage of time spent in the central zone

301 in the 5-10 minute time bin by animalswith a

(%)

2 history of neonatal injury. **p<0.01; 2-way

1 ANOVA with Bonferroni’s post-tests.

Time in central zone

0+

Male Female
Gender

3.4.4.3 Appetitive behaviours

As above, animals that did not eat any Cheerios during the entire 15 minute testing
period were excluded from this analysis. Fisher's Exact test was performed to see
whether the non-consumption of Cheerios was a result of treatment or not. A table to

show the number of male and female non-eaters, and the Fisher’'s Exact p value, is

shown below:
Treatment group | M TR | Fishors Exact test
M FW 7/19 0.008**
M FW-+FW 2/14 0.48
F FW 3/16 0.12
F FW+FW 1/12 0.5

Table 3-11 — A table to show the number of non-eatersin each treatment group, and the P value
from Fisher’s Exact test comparing animalsto an expected baseline of 100% consumption.
**p<0.01.

Table 3-11 shows that non-consumption by the animals was due to an effect of
treatment in the M FW group — repeated neonatal injury reduces the likelihood of
consuming Cheerios during testing in adulthood. That this is not seen in the re-injured
group (M FW+FW) suggests that a re-injury increases the likelihood of Cheerio

consumption. Excluding the non-eating animals left the following numbers in each

group:
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Number of animals
Treatment group (excluding non-eaters)
M FW 12
M FW+FW 12
F FW 16
F FW+FW 11

Table 3-12 — A tableto show the number of animalsin the treatment groups, excluding non-eaters.

3.4.4.3.1 Timeto eat the first Cheerio was not affected by an adult re-injury in
animalswith a history of neonatal injury.

The time taken to eat the first Cheerio was not different between animals that were re-

injured as adults and those that were not (2-way ANOVA).
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3.4.4.3.2 Cheerio consumption is affected by an adult re-injury

Cheerio consumption is increased in females re-injured as adults (Treatment
F,47=6.88, p<0.01; 2-way ANOVA with Bonferroni’s post-tests). There is a significant
effect of gender, showing that females consume fewer Cheerios in the 5-10 minute time
bin (Gender F(1.47=11.5, p<0.05; 2-way ANOVA).
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3.4.4.4 Removing the food reward alters exploratory behaviours in
males and femaleswith a history of injury

As before, to investigate the effect that the presence of the food reward had in general
on exploratory behaviours, the Cheerios were removed from the central bowl and
separate litters of animals with a history of foot wound that were re-injured as adults

were tested. Table 3-13 shows the number of animalsin each group.

Treatment Group Number of animals
M FW+FW Cheerios Present 14
M FW+FW Cheerios Absent 5
F FW+FW Cheerios Present 12
F FW+FW Cheerios Absent 4

Table 3-13 — A tableto show the treatment group and numbers of animals per group in the

presence/absence of Cheeriostest.

3.4.4.4.1 Anxiety measures are not affected by the absence of Cheerios in
previoudly injured animals

There is no effect of removing the Cheerios on the anxiety measures (faecal boli and

urine production) of males or females with a history of neonatal repeated foot wound.

There is a significant effect of gender, showing that females produce fewer faeca boli
(F1,31=13.21, p<0.001; 2-way ANOVA)(see Appendix 2).

3.4.4.4.2 Exploratory behaviours are affected by the presence or absence of

Cheeriosin animalswith a history of injury

Animals that were re-injured as adults showed an increased number of rears when the
Cheerios were absent (Treatment F13)=26.9; p<0.001; 2-way ANOVA with
Bonferroni’ s post-tests)

Graph 3-33). There was a significant effect of gender, showing that males rear less than

females (Fg 3=18.42, p<0.001; 2-way ANOVA).
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The number of entries into the central zone during the 5-10 minute time bin was not
significantly affected by the presence or absence of Cheerios, athough a trend suggests
fewer entries when Cheerios were absent (Graph 3-34). There was a significant effect of
gender, showing females enter the central zone more frequently (Gender F1.31)=15.22,
p<0.001; 2-way ANOVA).
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The percentage of time spent in the central zone is lower in males with a history of FW
injury when Cheerios are absent (Fu31)=6.78, p<0.05; 2-way ANOVA with
Bonferroni’ s post-tests).
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3.4.4.5 Moving the food-bow! within the arena dlightly alters reward-
related behavioursin animalswith a history of foot wound

The effect of moving the food-bowl from the centre to a less anxiogenic quadrant was
investigated. Litters of animals with a history of foot wound that were re-injured as

adults were tested with the food-bow! in an ‘aternate quadrant’ close to the edge of the
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arena (see Methods), and compared to results from litters with the food-bowl in the
centre. The central zone was defined as circling the food-bowl, regardless of its

position. The groups and numbers of animals are shown in Table 3-14.

Treatment group Number of animals
M FW+FW Centre (Centre) 14
M FW+FW Alternate Quadrant (AltQuad) 10
F FW+FW Centre (Centre) 12
F FW+FW Alternate Quadrant (AltQuad) 5

Table 3-14 - A tableto show thetreatment groups and numbersper group when the food-bowl is

moved from centreto edge (alter nate quadrant).

3.4.45.1 Anxiety measures are affected by the position of the food-bowl in

animalswith a history of injury

Unexpectedly, there is a significant effect on faecal bolus production when the bowl is
moved away from the centre in animals with a history of repeated neonatal foot wound
(Quadrant F(,37=4.97, p<0.05; 2-way ANOVA). This s contrary to the hypothesis that
moving the food-bowl to the edge of the NIH arena is less anxiogenic (anxiety-
inducing). There is a significant effect of gender on both faeces and urine outcome
measures, showing that males produce more faecal boli and urine over the 15 minute
NIH testing time (Gender F(137=12.14 (faeces), Fu37)=7.52 (urine), p<0.01, 2-way
ANOVA).
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3.4.4.5.2 Exploratory behaviours of re-injured animals are mildly affected by
placement of the food-bowi

The number of rears performed by females is significantly increased in females when
the food-bowl is moved from the centre of the NIH arena (Quadrant F137=8.78,
p<0.01; 2-way ANOVA with Bonferroni’s post-tests)(Graph 3-38).
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There was no effect on the number of central zone entries or the amount of time spent
around the food-bowl when Cheerios were placed in the aternate quadrant (2-way
ANOVA), which was unexpected.

3.4.4.5.3 Appetitive behaviours by re-injured animals

As above, animals that did not eat any Cheerios during the entire 15 minute testing
period were excluded from this analysis. Fisher's Exact test was performed to see
whether the non-consumption of Cheerios was a result of treatment or not. A table to
show the number of male and female non-eaters, and the Fisher's Exact p value, is
shown below. Table 3-15 shows that non-consumption by the animals was not due to an

effect of treatment or experimental design.
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M FW+FW Centre 2/14 0.48
M FW+FW AltQuad 0/10 n/a
F FW+FW Centre 1/12 0.5
F FW+FW AltQuad 0/5 n/a

Table 3-15 — A table to show the number of non-eatersin each treatment group, and the P value

from Fisher’s Exact test comparing animalsto an expected baseline of 100% consumption.

It was expected that the time taken to eat the first Cheerio would decrease when the
Cheerios were in the aternate quadrant. This hypothesis is not fulfilled; there are no
differences between central and alternate quadrant on the time taken to eat the first
Cheerio for either gender (2-way ANOVA). The number of Cheerios eaten during the 5-
10 minute time bin in animals with a history of foot wound was not affected by

placement of the food-bowl.

3.4.4.6 Summary of the effect of a foot wound re-injury on animals

with a history of neonatal foot wound

e The data in this section describe reward-related behaviours after an adult re-
injury in animals with a history of neonatal foot wound surgery.

e Anxiety-related measures, as indexed by defecation, are increased in males that
were re-injured as adults when they were tested in the NIH arena. Moving the
food-bowl away from the centre of the arena increased defecation, which was
unexpected, as it was hypothesised that moving the food-bowl away from the
centre of the arena would decrease the anxiogenic quality of the NIH paradigm,
and would decrease defecation accordingly.

o Exploratory behaviours, for both genders, show a similar pattern of results. In
the 5-10 minute time bin, rearing behaviour decreases, and percentage of time
spent in the central zone increases. Central zone entries increase in females only.

e Excluding animals that did not eat, the time taken to eat the first Cheerio did not
differ between treatment groups for either gender, and neither did the number of

Cheerios eaten during the 5-10 minute time bin.
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Removing the Cheerios increases rearing behaviour in both genders, and
decreases the amount of time spent in the central zone in males only, showing
that Cheerios as areward are driving central zone entriesin males.

Placing the Cheerios in an aternate quadrant increases rearing behaviour in
females only, but does not affect any other exploratory measure. This suggests
that, in animals re-injured as adults, approaching the food-bowl is anxiogenic,
regardless of its position.

3.4.5 Summary of all experiments

The results presented in this chapter have shown a variety of changes that are caused by

repeated neonatal injury, single adult injury, or are-injury in previously injured animals.

3.4.5.1 Sensory testing

The effect of repeated neonatal surgery on sensory nociceptive thresholds at
baseline and after an acute adult re-injury was first illustrated. Results showed
that females that have been previously injured as neonates are hypoalgesic to
mechanical and thermal stimuli at baseline. 2 days post-injury in adulthood, the
ipsilateral paw is more sensitive to mechanical and thermal stimuli compared to

contralateral paws, in neonatally injured animalsin particular.

3.4.5.2 Anxiety-related measures

When investigating animals with a history of neonatal injury at baseline, plus
animals with no history of injury but a single adult foot wound, anxiety-related
measures were not affected. However, upon testing animals re-injured as adults
in the NIH paradigm, defecation increased, suggesting that a history of neonatal

injury can increase anxiety levels after an adult re-injury.

3.4.5.3 Exploratory measures

Exploratory measures at baseline in adulthood showed the same patterns over
the total 15 minute testing period in animals either with or without a foot wound
history — rearing and central zone entries decreased over the testing period and
percentage of time spent in the central zone increased, presumably as animals
became more familiar with their novel environment (see Appendix 2 for all
data).
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Results became significantly different from controls when looking at the effects
of adult injury — either a single injury in animals with no history of neonatal foot
wound, or are-injury in animals with a history of neonatal foot wound.

Adult injury decreased rearing behaviour in all animals, regardiess of
background, suggesting an increase in anxiety-related exploratory behaviour.
The percentage of time spent in the central zone was increased, suggesting an
increased motivation to reach the food-bowl.

Removing the Cheerios decreased the number of entries into the central zone
and decreased the percentage of time spent there, suggesting that the Cheerios
were the factor responsible for driving approach to the food-bowl. Moving the
Cheerios to an aternate quadrant decreased anxiety measures, and decreased the
latency to eat Cheerios in females with no history of surgery only. The lack of
the same changes in animals neonatally injured and then re-injured as adults
suggests that approach of the food-bowl is anxiogenic for these animals,
regardless of its placement.

In general, results were significant or more pronounced in females, particularly

those with a history of foot wound.

3.4.5.4 Appetitive behaviours

Males that had a history of foot wound were less likely to consume Cheerios at
baseline in adulthood. However, upon injury in adulthood, appetitive behaviours
were virtually the same across all groups, genders and conditions. This suggests
that an adult injury increases the likelihood of eating Cheerios, regardliess of the

injury background of the animal.

3.5 Discussion

Briefly, the results from the experiments presented in this chapter have shown that

repeated foot wound surgery during the first 3 weeks of an animal’s life causes long-

term changes in sensory nociceptive thresholds that persist into adulthood. Furthermore,

when testing repeatedly injured animas in a cognitive behavioural paradigm,

exploration and reward-related behaviours are subtly altered when animas are re-

injured as adults.
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As there were changes over time on both sensory and behavioural outcome measures,
for the purposes of presenting differences due to treatment, specific time points after
injury or time bins of the NIH task were chosen to analyse. For sensory testing, the time
point chosen was 2 days post-surgery in adulthood. On the NIH task, the 5-10 minute
time bin was chosen for data that had been split into time bins. Data presenting time
courses for all sensory changes and behavioural outcome measures is presented in

Appendix 2.

3.5.1 Sensory testing in adulthood

The results from the sensory testing experiments show that at baseline, pre-surgery in
adulthood, males do not show significant sensory changes after repeated neonatal
surgery, as measured by mechanical and thermal withdrawal thresholds. However,
females show a baseline hypoalgesia (i.e. decreased sensitivity) to both mechanical and
thermal stimuli.

After injury in adulthood, only the neonatally injured animals showed a significant drop
in mechanical and thermal withdrawal thresholdsin the ipsilatera paw at two days post-

injury.

These results show that animals repeatedly injured as neonates display a baseline
hypoal gesia to punctate mechanical and thermal noxious stimulation. However, upon re-
injury in adulthood, the injured paw is made hypersensitive to mechanical and thermal

stimulation. This effect is not seen in neonatally anaesthetised control animals.

3.5.1.1 Gender differences

That male sensory withdrawal thresholds at baseline were not significantly affected by
neonatal injury is unexpected, as the literature consistently shows that male animals
show altered sensory processing after neonatal injury (Anand et a., 1999; Bhutta et al.,
2001; Lidow, 2002). The lack of significance in these results can be partially explained
by the fact that the groups tested were very small, with only 3 animals per group.
Sensory testing can be easily confounded by an animal’s state at the time of testing (i.e.
agitated, asleep), and coupled with individual differencesin genera reactivity to stimuli,
it is perhaps not surprising that significant differences were not found with such small

sample sizes. To clarify the effects of neonata injury and its effect on adult baseline
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behaviour and thresholds after adult injury, larger groups of animals would need to be
tested.

Females, however, showed significant hypoagesiato mechanical and thermal stimuli at
baseline. This is in line with literature that has investigated the long-term effects of
neonatal inflammation of the hindpaw. LaPrairie and Murphy (2007) injected
carrageenan (an inflammatory agent) into the hindpaw on the first day of life and found
that at postnatal day (P)40 and P60, both females and males showed an increased
thermal withdrawal latency, and that the latency was 40% longer in females. This sexual
dimorphism is suggested to be due to hormonal differences between gender during
development, with female oestrogens possibly acting in a pro-nociceptive manner and
male androgens acting in a protective manner (La Prairie and Murphy, 2007; see La
Prairie and Murphy, 2010). This may help to explain the significant results seen in

females rather than males.

3.5.1.2 A critical period for sensory changes

The injuries inflicted in these experiments were performed at P3, P10 and P17.
According to various studies published, it isthe injury at P3, during the ‘ critical period’,
that is crucia for causing long-term changes. Studies using both the plantar incision
model and paw inflammation models have shown that long-lasting effects on sensory
thresholds are produced when the injury occurs within the first week of life, suggesting
a critical period of development during which noxious input will cause aterations in
adult sensory thresholds (Wang et al., 2004; Ren et al., 2004; Walker et al., 2009b; La
Prairie and Murphy, 2010).

During this sensitive time window, nociceptive processing is still immature. Whilst the
anatomical connections in rats are present at birth, injury can influence the postnatal
development of the sensory nociceptive system. Inflammation (induced by Complete
Freund' s adjuvant) causes an increase in primary afferent nerve input to the spinal cord
(Ruda et al., 2000) and skin wounds cause long-lasting cutaneous hypersensitivity,
increased sprouting of local sensory nerve terminals, and increased receptive field size

in the spinal cord (Torsney and Fitzgerald, 2003).
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3.5.1.3 Re-injury in adulthood

Previous research has shown that adult re-injury of a previously injured neonate
exacerbates the effect of injury, compared to control animals uninjured as neonates.
Coupled with an injury during the critical period for sensory development, this creates
an adult anima with baseline hypoalgesia to noxious stimuli, but an enhanced
nociceptive response to a new injury (see La Prairie and Murphy, 2010); interestingly,
this is an effect also seen anecdotally in humans (Grunau et a., 1994; Hermann et a.,
2006). The baseline hypoalgesia and exacerbated hyperalgesia after adult re-injury is
replicated in these experiments. It has been suggested that this seemingly contrary state
is mediated by a shift in the developing opioidergic tone in the brainstem of neonatally
injured animals (La Prairie and Murphy, 2009).

The authors propose a working hypothesis for the effect whereby neonatal injury during
the critical period (PO to P8) causes increased afferent drive to central brain sites
responsible for noxious processing, including the periaqueducta grey (PAG) and
rostroventral medulla (RVM). Both these areas project directly to the spina cord and
constitute an important anti-nociceptive circuit, modulating pain processing in a top-
down manner (Basbaum and Fields, 1984). The increased afferent drive caused by
injury induces the continued release of endogenous opioid peptides from the PAG, and
causes a long-term upregulation of these opioids. This upregulation is manifested as an
increase in opioid peptides in the PAG (La Prairie and Murphy, 2009), and is seen in the
adult rat, the upregulation of endogenous peptides lasting more than a week after
inflammation (Williams et a., 1995).

Taken together with evidence that descending inhibitory control from the brainstem
does not mature until the end of the second week of postnatal life (Boucher et al., 1998;
see Fitzgerald, 2005), LaPrairie and Murphy suggest that the delayed opioidergic
inhibitory control during the first two postnatal weeks may be the cause of the increased
vulnerability of the immature rat nociceptive processing system to noxious insult during
a critical period, a suggestion strengthened by the fact that naloxone, a mu opioid
receptor antagonist, prevented expression of the baseline hypoal gesia seen in adulthood
(La Prairie and Murphy, 2007).
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3.5.2 Behaviour in the NIH paradigm after a single injury in
adulthood

The results presented in this chapter explore the effect of a history of neonatal injury on
adult reward-related behaviours. However, to understand the effects upon behaviour of
asingleinjury in adulthood, testing in the NIH arena was performed on animals with no
history of neonatal injury who received a single foot wound in adulthood and outcome

measures were compared to animals who had received no injury at all.

The results showed that rearing behaviour, which is an index of exploratory behaviour
(see Walsh and Cummins, 1976), was decreased in animals after a single adult foot
wound. In addition to this, the amount of time these animals spent in the central zone
was increased. This is an anxiogenic (anxiety-inducing) position in which to be, as the
animal is exposed in the centre of the arena; however anxiety levels, as measured by

defecation and urination, were not affected by a single acute injury.

Therefore it is possible to speculate that animals with no history of injury but acutely
injured as adults show areduced exploratory drive, suggesting that the rewarding effects
of exposure to novelty in the NIH arena are attenuated (Hummel et al., 2008). However,
these animals may be more motivated to seek a food reward, reflected by the increased
amount of time spent in the central zone of the NIH arena. This is supported by data
showing that removing the Cheerios from the food-bow! causes a decrease in time spent

in the central zone by these animals.

Studies from pain researchers have shown that chronic pain causes aterations in
behaviour on complex cognitive behavioura paradigms (see Mogil, 2009). This
experiment, investigating the effect of a single adult foot wound, is one of few showing
that acute pain in adulthood can aso cause behavioura aterations in the same complex
paradigms (van der Kam et al., 2008; Hummel et al., 2008; LaBuda and Fuchs, 2000).

3.5.3 Behaviour in the NIH paradigm in animals injured in infancy

There was little effect on any outcome measure when animals that had been repeatedly
injured as neonates were tested at baseline on the NIH task in adulthood, with outcome
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measures mainly reflecting gender effectsi.e. that female animals rear more than males
and defecate | ess.

However, when neonatally-injured animals were re-injured in adulthood and tested in
the NIH paradigm, clear behavioura differences were highlighted. Defecation was
increased, as were entries into the central zone, percentage of time spent there, and
number of Cheerios eaten. A concomitant decrease in rearing behaviour by both genders
was seen. Taken together, these results suggest that exploratory drive (as seen by
rearing behaviour) is decreased in re-injured animals, but motivational drive to reach a
palatable food reward is increased. The increase in defecation levels suggests that this
motivation to reach the Cheerios is performed despite an increase in anxiety levels
(Broadhurst, 1958).

These results suggests that early neonatal injury may not affect adult reward-related
behaviours per se, but that subtle shifts in reward processing may occur when the
anima is again placed in a pain state in adulthood. This is in line with the literature
from pain researchers showing that re-injury of a previously injured animal in adulthood

causes enhanced hyperalgesic responses (Bhutta et al., 2001; La Prairie et al., 2008).

3.5.4 Control experiments show Cheerios are rewarding

These experiments rely on the rewarding aspect of the chosen food. Therefore important
control experiments were done in the NIH arenato check that animals were responding
to the presence of food treats, and that placement of the food reward was anxiogenic

whilst in the centre of the arena.

To begin, testing animals injured as neonates on their baseline behaviour towards food
reward in the NIH arena showed an intriguing result: there were a high number of
animals that did not eat any Cheerios during the testing period. This was unexpected as
home cage behaviour had shown that all animals would universally eat the Cheerios
very shortly after their presentation. A test to see whether the lack of consumption was
due to coincidence showed that the number of non-eaters was significantly higher than
would be expected. Therefore the consumption of afood treat was less likely in animals
with a history of surgery, suggesting a possible baseline anhedonic state in these

animals.
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To check that the animals were responding to the presence of Cheerios, and that central
placement of the food-bowl was anxiogenic, the Cheerios were removed from the food-
bowl, or the bowl placed into an aternate, less anxiogenic quadrant of the arena.
Significant changes in behaviour were seen only in animals injured in adulthood,
particularly in those animals with a history of repeated neonatal foot wound. Taken with
the data showing a baseline decrease in Cheerio consumption by neonatally injured
males, this suggests that an adult injury increases the likelihood of Cheerio

consumption.

The appetitive aspect of the Cheerios was proven as animals spent less time in the
central zone when the Cheerios were removed, regardiess of their injury background,
and the data suggests that the number of entries into the centre were also decreased by
removal of the Cheerios. In fact, in animals with no history of injury, the absence of a
food reward shows a trend for increased defecation, possibly indicating that the
presence of Cheerios may help to decrease anxiety levels in animals trained to consume
these palatable treats.

When moved to an aternate quadrant, it was expected that anxiety levels would
decrease as the approach towards the Cheerios became less aversive. This was the case
in animals with no foot wound history, as urination frequency was higher in both
genders when the food-bowl was centred in the arena. It was also expected that the
number of central zone entries and percentage of time spent there would increase, and
the latency for animals to consume their first treat would decrease. This, however, was

not seen, possibly due to the large variation in these outcome measures.

Overdll, these results suggest that Cheerios are the main factor causing approach of the
food-bowl, and that approaching and spending time at the food-bowl is an anxiogenic

experience, particularly in animals with a history of neonatal injury.

3.5.5 Technical considerations

Animal behaviour is difficult to interpret due to the large variability within and between
subjects and the risk of anthropomorphism as experimenters extrapolate an animal’s

state or trait at any given time from its behaviour. Accordingly, there are many potential

154



Chapter 3

variables that need to be taken into account when designing any animal experiment, and

inherent limitations in the testing methods used to measure behaviours.

3.5.5.1 Sensory testing limitations

The experiments in this chapter studying sensory withdrawal thresholds were performed
on a very small number of animals due to breeding difficulties and time constraints. In
addition, each animal will have its own method of response to a noxious stimulus, and
there are always differences in the behavioural state of each animal at the time of
testing. For example, regardless of the level of habituation to the testing apparatus, some
animals will always fall asleep after 20 minutes in the test chamber, whereas other
animals will remain wide awake. Taken together with the magnification of variance
produced by the logarithmic increase in force as von Frey hair number increases, it is
perhaps less surprising that the results from the mechanical withdrawal threshold

experiments in this chapter were not statistically significant.
3.5.5.2 Experimental design limitations

3.5.5.2.1 Thenovelty-induced hypophagia (NIH) paradigm

The principles of hyponeophagia, or the inhibition of feeding upon exposure to novelty,
have been useful for studying the effects of anti-depressant drugs, and the NIH
paradigm has been posited as the most valid application of hyponeophagia principles
(see Dulawa and Hen, 2005). There are numerous types of validity that define whether
atest is appropriate, including face, construct, predictive, content, criterion, internal and
external validities, amongst others. The first three on this list - face, construct and
predictive - are widely used to critically appraise behavioura tests, and are briefly
discussed below.

355211 Facevalidity

Face validity is a measure of how well a test appears to measure the outcomes of
interest. The NIH task is high in face validity asit uses an ethologically relevant reward,
food, in an environment akin to something an animal would experience in its natural
habitat, and utilises inherent behaviours such as exploration as measures of interest.

Conversdly, tasks such asintra-cranial self-stimulation, whilst identifying specific brain
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regions for reward, do not take place in ethologically relevant environments or rely on

naturally occurring behaviours for measures of success.

3.5.5.21.2 Construct validity

Construct validity refers to the accuracy with which a test assesses the variable it is
intended to assess. That the food reward was shown to affect appetitive and exploratory
behaviours shows that the NIH task did indeed have a rewarding component, and the
significant effects of treatment further underline the construct validity of the NIH, as it

measured differences in outcome variables that were due to treatment.

355213 Predictivevalidity

Predictive validity is defined as the ability of a model to make accurate predictions
about the human phenomenon of interest. Hyponeophagia tasks demonstrate strong
predictive validity for the anxiolytic effects of drug treatments (Thiébot et a., 1984;
Dulawa et a., 2004), but its predictive validity for application to pain research will
require further work i.e. validation with analgesics, anxiolytic drugs, and other pain
medications. Taken together, the face and construct validity of the NIH paradigm are
high, and confirming the predictive validity of it warrants further investigation.

Ambulation, an outcome measure that is reliably predictive of anxiety in open field
tasks (see Walsh and Cummins, 1976), was not measured in this experimental setting.
However, other parties have argued that locomation is not a good index of emotionality
(Stanford, 2007a; Rodgers, 1997). Instead, in these experiments, defecation and
urination, also reliable outcome measures, were recorded, and yielded significant effects

of gender and treatment, in line with previous research (Broadhurst, 1958).

Animal behaviour is notoriously difficult to interpret. Animals do not have the capacity
to report back on their pain states, motivations, or interna mental state, so conclusions
are extrapolated based on often crude behavioura measures, and the danger of
anthropomorphism is clear. The best way for an experimenter to overcome these
problems is to be aware of the limitations of animal experiments, and to acknowledge
the potential variables that can confound outcome measures. Below is a brief list of

variables that were taken into account when designing the NIH paradigm:
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3.5.5.2.1.4 Effectsof maternal careand deprivation

Maternal deprivation is a powerful factor that can affect brain development in neonatal
rat pups. Materna style of the nursing dam i.e. licking and grooming behaviour can
interfere with brain development, affecting the stress-regulating hypothalamic-pituitary-
adrenal (HPA) axis, and epigenetic regulation of glucocorticoid receptors in the
hippocampus (Weaver et al., 2004). It can aso affect pain behaviours in adulthood
(Champagne et al., 2003; Champagne and Meaney, 2006; Champagne and Meaney,
2007; Clinton et a., 2007). To decrease the impact of this between-litter variability, all
litters were to be bred from the same dams. To control for the effects of maternal
deprivation, all litters of animals experienced the same duration of deprivation and
handling during surgery, and a combination of 5 breeding dams and 2 stud males were

used for breeding, to produce a variation in maternal style.

3.5.5.2.1.5 Individual differences

A potentially major confound in all animal experimentation is the presence of individual
differences, which refers to the natural variations in response to environmental stimuli
(see Pawlak et al., 2008). High levels of individual differences cause large variation in
behavioural data. Indeed, the presence of these differences can give rise to selective
breeding whereby sub-strains of animals are created i.e. the high responding/low
responding strains of rat (see Blanchard et a., 2009).

3.5.,5.2.1.6 Noiselevels

High noise levels are acknowledged as a stressor in behavioural tests (see Walsh and
Cummins, 1976). To prevent this confounding the results, al testing was done in low
noise levels. However, noise levels in the corridor upon which the behavioural testing
was done were occasionally raised i.e. by the entry telephone ringing; this clearly
altered behaviour in the NIH arena, as seen by freezing behaviour from the video

recordings, but was an unavoidable confound.

3.5.5.2.1.7 Odour

Both ambient odours and urine/faecal traces left in the NIH arena could have potentially
affected behaviours i.e. conferring the anxiety status of the previously tested animal. To
control for this, the transfer box used to move animals from their home cage room to the
testing room was regularly cleaned and fresh sawdust used for every cage of animals.

The NIH arena and food-bow! was thoroughly scrubbed, cleansed and dried between the
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testing of each animal, using disinfectant and high ethanol percentage solutions to

remove all odour traces.

3.5.5.2.1.8 Environmental conditionsduring development

Environmental enrichment during development affects brain development and adult
behaviour (Sale et a., 2009). To control for this variable, environmental enrichment in
the form of objects placed in the home cage that animals could interact with were
provided for all animals throughout their lifetimes.

355219 Variationsin hunger levels

Access to food and water was allowed for al animals ad libitum, in an attempt to reduce
any confounding factors of hunger. In theory, this should mean that approach to the
food in the NIH arena was due to its palatability, rather than by a motivational hunger

drive.

3.5.5.2.1.10 Social interaction

Social interactions i.e. via ultrasonic vocalisation between animals has been shown to
affect pain behaviours and outcome measures on open field tasks (see Chedler et d.,
2002; Walsh and Cummins, 1976). To limit the effects of these, animals were kept
separate after testing until all cage-mates had been testing in the NIH arena.

3552111 Gender differences

There are clear gender differences in a huge variety of anima behaviours, including
pain behaviours and behaviours in reward-related and exploratory paradigms (see Walsh
and Cummins, 1976; Bevins and Besheer, 2005; La Prairie and Murphy, 2007). For this

reason, genders were not pooled and were analysed separately.

3.5.5.3 Summary of technical considerations

With any experiment utilising laboratory animals and measuring behaviour, many
considerations regarding experimental design and potentially confounding factors have
to be taken into account. As many of these as possible were acknowledged and
controlled for in these experiments; this makes the significance of results arising from

treatment conditions more robust, and conclusions drawn firmer.
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3.6 Conclusions

The results presented in this chapter show that repeated plantar skin incision during the
neonatal period in rats causes sensory alterations that occur well into adulthood, and that
this model of injury affects adult reward-related behaviours on the novelty-induced
hypophagia task. To date, the literature has intensively studied the effects of this injury
model on pain behaviours (Brennan et al., 2005; Banik et al., 2006; Walker et al.,
2009b). The experiments presented above are the first to investigate the long-term
cognitive behavioural effects of the plantar skin incision model during infancy, and are
in line with the aims of pain researchers to produce pain models and outcome measures

that are more relevant to the human pain experience.

To find brain areas and processing systems that are responsible for alterations in
behaviour, it is important to help determine the neurobiologica mechanisms of early
pain on later reward-related processing. The next set of experiments in this thesis
attempts to find a neurobiological correlate of the atered behaviour, investigating the
orexinergic system of the lateral hypothalamus.
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4 Chapter 4 — The orexin system as a neurobiological
correlate for reward behaviours

As shown in the previous chapter, a repeated injury during early neonatal life can ater
exploratory and approach behaviours towards a food reward upon re-injury in
adulthood. The aim of this chapter was to investigate whether the orexinergic system of
the lateral hypothalamus is a potential neurobiological correlate of this altered
behaviour, in an attempt to find a biomarker of the shifted reward-related behaviours.

4.1 Introduction - The orexin system

The orexin system has been the subject of much research over the past decade, and has a
suggested role in a variety of systems. For this thesis, it is its proposed role in reward

processing that is most intriguing.

4.1.1 Orexin peptides and receptors

Orexins A and B (also known as hypocretins 1 and 2) are two small peptides, 33 and 28
amino acids in length respectively. Both are produced from the same precursor peptide,
prepro-orexin, by proteolytic cleavage (de Lecea et al., 1998). They were originaly
identified as ligands that bound to an orphan G-protein coupled receptor (GPCR), how
termed orexin receptor-1 (OX;R), with OX2R then identified as a receptor for orexin B
(Sakura et a., 1998). Orexin A binds to both receptors with an equal affinity, whereas
orexin B shows higher affinity for OX;R. The OX1R couples solely to the G, subclass
of GPCRs, whereas the OX;R couples to both the G, and Gj;, subclasses. Activation of
both causes increased levels of intracellular calcium, resulting in the activation of the Gq
pathway to stimulate phospholipase C (PLC). Orexins A and B are unique among
hypothalamic peptides, in that they can cause release of both GABA and glutamate, and
can therefore influence both fast inhibitory and excitatory neurotransmission (van den
Pol et al., 1998). Interestingly, orexins A and B, and their receptors, show a high degree
of homology that is conserved across mammalian species, suggesting that the roles
performed by orexins may be similar across species (Tsujino and Sakurai, 2009). Figure

4-1 shows a schematic diagram of the orexin peptides and their receptors:
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Prepro-orexin Figure 4-1— A schematic representation of

/ the orexin system. Orexins A and B are both

i "_'_'t\-._ Orexin A ¢ 95, OrexinB produced by cleavage of prepro-orexin, and

G, S haveslightly different affinities to the OX,R

l ~\\>j i and OX,R G-protein coupled receptors. Both

o000 (T T 'D”f-'--.;: . i-‘---’-f---‘i‘----’-f- GPCRsare coupled to the G, pathway, and
OX,R isalso coupled to the G, pathway.
F\f::s_:;‘ o “: %ﬁﬂ Taken from Holland and Goadsby (2007).

4.1.2 Distribution and projections of orexinergic cells, peptides and

receptors

Orexins are produced exclusively by just afew thousand cells located in the perifornical
and lateral parts of the hypothalamus (PFA and LH) (see Boutrel and de Lecea, 2008).
Cells project widely throughout the entire neuraxis, sending particularly dense
connections to the paraventricular thalamic nucleus (PVN), arcuate nucleus of the
hypothalamus, and locus coeruleus (LC) (Peyron et a., 1998; Nambu et a., 1999). In
addition, orexinergic pathways from the hypothalamus project to the ventral tegmental
area (VTA) and nucleus accumbens (NAcc), and from there to prefrontal cortices (see
Figure 4-2) (Fadel and Deutch, 2002). These projections are particularly important for
the orexins' rolein reward processing (see Aston-Jones et a., 2010).

The orexinergic cells of the hypothalamus receive inputs from the parabrachial nucleus,
media and lateral preoptic areas, basal forebrain, central amygdala, and bed nucleus of
the striaterminalis (BNST), but are also reciprocally connected with many of the LH’s
output areas i.e. the VTA and dorsal/media parts of the hypothalamus, as well as
laminael, 1l and X of the spinal cord (van den Pol, 1999).
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Figure 4-2 — A schematic diagram to show the orexinergic projectionsfrom thelateral (LH) and perifornical-
dorsomedial (PFA-DMH) hypothalamus, and their discreteroles. LH cellsare activated by reward-predicting
stimuli and project to mesolimbic dopaminergic neuronsi.e. the ventral tegmental area (VTA) and nucleus
accumbens (NAc). PFA-DMH neurons ar e activated by arousal-related stimuli, and project to thelocus
coer uleus (L C), pedunculopontine nucleus and lateral dorsal tegmental nucleus (PPT-LDT), and
tuberomammillary nucleus (TMN), which areinvolved in regulation of circadian rhythms and stress. From
Harris and Aston-Jones (2006).

Orexin receptors (both 1 and 2) are found throughout the brain and spinal cord, with
higher expression in areas involved in regulation of feeding, sleep, autonomic control
and memory (Trivedi et a., 1998; Tsujino and Sakurai, 2009).

Outside of the central nervous system, orexin peptides and their receptors are also found
in the enteric nervous system, the neuroendocrine system, pancreas, stomach, heart,
kidneys, testes, and adrena glands, suggesting a broader role of orexins in brain-gut
axis control, cardiovascular function, and reproduction (Korczynski et al., 2006).

Clearly, orexin plays an important part in awide array of physiological functions.

Orexin peptide and receptor mRNA is present in the rat at an early stage during
development. Orexin B mRNA is present from embryonic day (E) 19, and orexin
peptide MRNA is found in the LH cells of newborn rat pups. In addition, application of
orexins to LH tissue in postnatal day (P) 1 to 14 animals shows that both orexins are
profoundly excitatory (van den Pol et a., 2001). This shows that orexins are present and
excitatory during the first few weeks of postnatal life, and therefore may be involved in
tuning the developmental control of arousal, feeding and reward processing. Research
has shown that the first few weeks of postnatal life are a critical period of development
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in an organism’s life (see Fitzgerald, 2005), therefore external interference during early
postnatal development, i.e. by repeated injury, has the potential to cause imbalancesin
orexin signalling that could persist into adulthood.

4.1.3 Dual roles for orexins in arousal and reward

It is generally accepted that the orexins play major roles in both reward and arousal (see
de Lecea et a., 2006; Boutrel and de Lecea, 2008). Much evidence suggests that these
functions are regulated by separate sub-divisions of the hypothalamus - the perifornical-
dorsomedial areas (PFA-DMH) and the lateral hypothalamus (LH) (Fadel and Deutch,
2002; Harris and Aston-Jones, 2006; Aston-Jones et a., 2010).

4.1.3.1 Arousal and therole of orexins

Chemelli et al (1999) first showed that orexins have a crucia role in regulating the
sleep-wake cycle by showing that mutation of the prepro-orexin gene produced mice
with a phenotype remarkably similar to that of narcolepsy in humans. Narcolepsy is a
chronic neurological disorder, characterised by sudden, intrusive episodes of sleep that
interrupt normal waking. The authors suspected that, athough the hypothalamus was
classically implicated in regulation of homeostatic mechanisms (Bernardis and
Bellinger, 1993), the neuroanatomical distribution of orexins suggested a possible role
for them in the sleep-wake cycle (Peyron et a., 1998; Date et a., 1999). Indeed, the
authors found that orexin knockout (KO) mice displayed sudden episodes of REM sleep
(characterised by EEG/EMG recordings) during their awake phase. Mutations of the
OX2R gene that caused narcolepsy in dogs (Lin et al., 1999), and the discovery that
human narcoleptics have few orexin cells and negligible levels of orexin in
cerebrospina fluid (Siegel, 2004), cemented the orexins' roles in maintenance of the
waking state.

Narcoleptic patients are widely treated with highly addictive amphetamine-related
drugs, yet rarely become addicted (Harris and Aston-Jones, 2006). In addition, orexin
KO mice do not develop morphine dependence to the same extent as wild-type animals
(Georgescu et a., 2003), and display dopaminergic hypo-function to psychostimulants
(Mori et a., 2010). These findings suggest that orexin has arolein addiction and reward
processing — a role that has been investigated, confirmed and widely studied in the last
decade.
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4.1.3.2 Orexinsand reward processing

The lateral hypothalamus had been known as a crucia area for reward processing for
decades before the orexins were discovered. Experiments in the 50s and 60s had shown
that self-stimulation of the lateral hypothalamus is rewarding for an animal (Olds and
Milner, 1954; Olds, 1958; Olds, 1962). Self-stimulation of the LH is more robust than
that of stimulation in other areas (see Gallistel et a., 1981), and self-administration of
opioids directly into the LH had also been shown (Cazala et ., 1987). Identification of
orexins within these cells hinted that they may have arolein reward.

4.1.3.2.1 Cue-drug association learning

The role for orexins in reward processing was firmly established by two papers using a
conditioned place preference (CPP) paradigm to investigate reward function, suggesting
that orexins are crucia for the learning involved in associating a cue (i.e. a CPP

chamber) with adrug reward.

Georgescu and colleagues (2003) showed that orexin neurons of the lateral, but not
more medial hypothalamus, contain mu opioid receptors (MORSs) and respond to
chronic morphine. Using CRE-LacZ transgenic mice, increased LacZ gene expression
was seen in orexin cells after chronic morphine. In addition, orexin KO mice devel oped
attenuated morphine-induced CPP. The authors suggested a role for the orexin systemin

molecular adaptations to morphine.

Harris et a (2005) further cemented the orexins' role in reward processing by showing
that activation of the LH orexin cells, but not PFA-DMH orexin cells, was strongly
linked to preferences for cues associated with both drug (morphine and cocaine) and
food (i.e. natura) rewards. Using a CPP paradigm, the authors showed that the
activation of orexin cells, as shown by co-expression of Fos (a protein product of c-fos,
an immediate early gene), was strongly correlated to the strength of preference animals

displayed towards a drug or food-paired chamber.
Later studies showed again that morphine-induced CPP stimulates LH orexin neurons

during conditioning, but only when the morphine is administered in a novel drug-paired

environment — home-cage administration or a novel environment alone will not induce
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CPP (Harris et a., 2007b). Antagonism of orexin signaling (using SB 334867 (SB), an
orexin A antagonist) in the VTA, a site receiving orexin projections, prevented learning
of morphine-induced CPP, but not expression of previously learnt associations (Narita
et a., 2006). In addition, disconnection of the LH to the VTA, by unilateral VTA lesion
and concurrent injection of SB into the opposite VTA region, showed that CPP could be
blocked (Harris et al., 2007b). Taken together, this evidence showed the importance of
the connection of the LH to the VTA, and suggested a role for orexins in learning cue-

drug associations.

4.1.3.2.2 Abstinence

Abstinence is a reward-related phenomenon in which orexins may play a role. Chronic
drug administration followed by forced abstinence causes dramatic increases in
preference for the previously administered drug, but a decrease in preference for
aternative drugs or natura rewards i.e. food, and causes long-term changes in reward
sensitivity (Markou and Koob, 1991; Epping-Jordan et al., 1998; Aston-Jones and
Harris, 2004). Regions that show increased Fos expression (i.e. increased cell
activation) during abstinence include the basolateral amygdala, shell of the nucleus
accumbens (NAcc) and LH — activation of which has been localized to the orexinergic
cells (see Aston-Jones et al., 2009). Other studies have confirmed an increase in orexin
activation and orexin mRNA levels during abstinence and withdrawal (Georgescu et al.,
2003; Zhou et a., 2008), suggesting that orexinergic signalling may be driving drug-
seeking behaviours in animals in awithdrawn state.

4.1.3.2.3 Reinstatement

A further role for orexins comes from investigating the phenomenon of reinstatement,
where an anima shows drug-seeking behaviours to previously extinguished cues.
Extinction is performed by repeatedly pairing an addicted animal to a previously drug-
paired CPP chamber, until the animal no longer displays drug-seeking behaviours.
Reinstatement is posited to model relapse in human addicts (Y ahyavi-Firouz-Abadi and
See, 2009).

Harris et a (2005) showed that artificially activating the orexin neurons (using rat

pancreatic peptide (rPP) — a Y4 agonist that activates Y4 receptors on orexin cells)
reinstated an extinguished drug or food-seeking behaviour, an effect that was
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completely blocked by prior administration of the orexin antagonist SB. Furthermore,
injection of orexin A directly into the VTA reinstated previously extinguished
morphine-seeking behaviours (Harris et a., 2007b). Recent studies have shown that
orexin administration causes reinstatement of nicotine-seeking behaviour (Plaza-Zabaa
et a., 2010), and blockade of orexin signalling attenuates cue-induced reinstatement of
extinguished cocaine and ethanol-seeking (Smith et a., 2009; Lawrence et al., 2006),
showing that the orexins are involved in modulation of the response to a range of
addictive drugs.

4.1.3.3 Orexins strengthen the synaptic plasticity of dopamine cells in
the VTA and ther efor e affect the mesolimbic dopamine system

Glutamatergic transmission in the VTA (the origin of the mesolimbic dopaminergic
system) activates dopamine (DA) cells, and DA cel activation and plasticity of
neuronal output is implicated in drug reward and addiction (Hyman et al., 2006). Drugs
of abuse increase DA cdll firing rates, leading to potentiation of synapses that lasts over
along period (termed long-term potentiation — LTP). LTP is characterised by insertion
of glutamatergic NMDA (N-methyl-D-aspartic acid) and AMPA (a-amino-3-hydroxy-
5-methyl-4-isoxazole-proprionate) receptors into the post-synaptic cell membrane.
Electrophysiological studies investigating the firing properties of VTA DA cdls
receiving orexin inputs have shown that orexin interacts with glutamatergic signaling in

DA cells, suggesting a potential influence on drug abuse behaviour.

Korotkova et a (2003) first showed that orexins excite DA cells in the VTA. Later,
Borgland et al (2006) co-administered the orexin antagonist SB along with cocaine, and
showed that the glutamate-dependent L TP usually seen after cocaine administration was
blocked. In addition, application of orexin A to midbrain slice preparations caused LTP
at DAergic synapses due to the insertion of postsynaptic NMDA receptors, thereby
facilitating LTP. Orexin B also potentiates NMDA receptor function postsynapticaly,
as well as increasing glutamatergic transmission to VTA neurons via a PK C-dependent
mechanism (Borgland et al., 2008). Finally, orexin cells selectively promote motivation
for positive reinforcers (such as high fat food) via the strengthening of VTA synaptic
connectivity, but do not produce any synaptic strengthening after aversive stimuli such
as footshock (Borgland et al., 2009).
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The PFC, in particular the medial subdivision (mPFC), is an important region for
regulating goal-directed behaviours and impulse control, is linked to reward and
addictive behaviours (Kalivas and McFarland, 2003) and is strongly reciprocally
connected to the VTA. IntraaVTA infusion of orexin A caused increased extracellular
DA levels in the prefrontal cortex (PFC), indicating that orexin signaling in the VTA,
particularly the caudal subdivision, causes activation of the mesolimbic dopaminergic
system (Vittoz and Berridge, 2005; Vittoz et ., 2008).

As orexin neurons are stimulated by reward-associated cues, it is possible that orexins
and glutamate, released by the LH and mPFC respectively, may be acting upon DA
neurons in the VTA simultaneously, placing orexins in an important neuromodulatory
position to augment mPFC inputs and strengthen learning of cue-drug associations (see
Aston-Jones et al., 2010). Taken together, these data suggest that orexin neurons of the
LH are necessary for the drug-induced neuroplasticity at glutamatergic synapses in the

mesolimbic dopaminergic system.

4.1.3.4 Overlapping arousal and reward functions

Stress responses are dependent on the activation of arousal mechanisms, and studies of
orexin cells in media hypothalamic areas have shown a role for orexins in stress-
associated reward behaviours i.e. stress-induced drug reinstatement (see Boutrel and de
Lecea, 2008). There is much reciprocal connectivity between the orexin cells spread
across the PFA-DMH and the LH, which is not surprising as the motivation to maintain
internal homeostatic states and seek reward depends heavily on the arousa state of the

animal.

When an organism is subject to a stressor, the hypothalamo-pituitary-adrenal (HPA)
axis is activated. Synthesis of corticotrophin-releasing factor (CRF) is induced in the
paraventricular nucleus (PVN) of the hypothaamus, and CRF in turn stimulates
pituitary corticotroph cells to produce adrenocorticotropic hormone (ACTH). ACTH
stimulates the adrena glands to produce adrenaline and cortisol, causing behavioura
arousal i.e. increased heart rate and blood pressure, and increased activity levels (see
Figure 4-3).
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Figure 4-3— A schematic diagram of the
HPA axisin humans. Hypothalamic cells

produce CRF in response to a stressor,

: causing pituitary cellsto produce and release
{ ‘ | ACTH. This, in turn, stimulates the adrenal
' sty / glands, which secrete cortisol. Cortisol
i : provides negative feedback to the
hypothalamus and pituitary to decrease CRF
production and release, and ter minate the
stressful response. Adapted from
http://www.montana.edu/wwwai/imsd/alcoho

|/Vanessa/vwhpa.htm.

CRF-containing terminals form synapses onto PFA-DMH orexin cells, and can directly
depolarize these cells — an effect lost in CRF-receptor KO mice (Winsky-Sommerer et
al., 2004). CRF blockade also prevents the orexin-induced reinstatement of cocaine-
seeking behaviour (Boutrel et al., 2005). Furthermore, CRF release from cells in the
PVN in response to nicotine administration, which is normally anxiogenic, was
prevented by orexin antagonism within the PVN (Plaza-Zabaa et al., 2010).

Together, these results show that components of the HPA axis and orexin system are
closely linked, and may help to explain the increase in orexin mMRNA seen after drug
withdrawal, as the animal is subjected to the stressful and aversive state of abstinence.

4.1.3.5 Orexins and feeding behaviour

The name ‘orexin’ arises from the term ‘orexigenic’, meaning to stimulate appetite, and
was given to the orexins due to their ability to induce feeding behaviour when injected
intracerebroventricularly (i.c.v.) or to specific hypothalamic sites in rats (Sakura et al.,
1998; Dube et al., 1999). In addition, it was found that levels of the mRNA encoding
prepro-orexin increase during fasting, pointing to an important role in regulation of
appetite (Sakurai et al., 1998). Later studies found that orexin cell activation also drives
reward-seeking of a high fat food in satiated rats (Harris et al., 2005; Borgland et al.,
2009) and mice (Sharf et al., 2010), providing a strong suggestion that orexin cell
activation may affect the seeking and/or consumption of the food treats used as areward

in the experiments described in this thesis.
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The role of orexins in feeding behaviour is mediated by the connectivity of the LH to
the NAcc (Stratford and Kelley, 1999). Orexin A injection into the NAcc shell induced
feeding behaviour (Thorpe and Kotz, 2005), and stimulation of the NAcc shell caused
high-fat feeding behaviour which depended on orexin signalling in the VTA (Zheng et
a., 2007).

Further evidence linking orexin and motivation for feeding of high fat food comes from
the study of “reward-based feeding behaviour”, or food consumption beyond
homeostatic needs. Activation of orexin cells was shown in animals that were expecting
their daily meal, and upon exposure to a cue related to a conditioned palatable food
(chocolate) in sated rats (Choi et al., 2010). In addition, Choi et a found that
administration of i.c.v. orexin A increased food intake, and caused an increase in the
progressive ratio break-point for food pellets i.e. the point at which rats discontinued
lever pressing to obtain a food reward. These effects were reversed after orexin

antagonism.

The role of orexins in feeding behaviour, particularly the motivation to obtain palatable
foods when the animal is sated, places orexin as a strong candidate to reflect the
behaviours monitored in the novelty-induced hypophagia (NIH) paradigm, which
contains a sweet, sugary foot treat at its centre.

4.1.3.6 Orexins play arolein nociception

The orexin cells of the latera hypothalamus are reciprocally connected to areas
involved in nociceptive processing, including the periagueducta grey (PAG),
parabrachia nucleus (PBN) and laminae I, 11 and X of the spina cord (Peyron et al.,
1998; van den Pol, 1999). Lateral hypothalamic stimulation inhibits spinal cord
neuronal responses to peripheral noxious stimulation (Carstens et al., 1983; Carstens,
1986), and orexins A and B have analgesic properties in animal models of postoperative
pain (Cheng et al., 2003), neuropathic pain (Yamamoto et a., 2003a; Suyama et dl.,
2004), diabetic neuropathy (Kaiyama et a., 2005), and inflammatory pain models
(Yamamoto et a., 2003b), when administered both intrathecally (i.t.) and i.c.v.
(Bingham et al., 2001; Mobarakeh et al., 2005). Orexins have also been linked to cluster
headaches and migraine (see Holland and Goadsby, 2007).
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Bingham et al (2001) suggest the existence of an orexinergic descending inhibitory
system, whereby orexins modulate spinal cord processing to reduce ascending
excitation. The authors suggest that this functions in a manner similar to, but
independent from, endogenous opioids, as naloxone had no effect on orexin A’s
analgesic actions. Orexins have been shown to excite both excitatory relay neurons in
the spinal cord and inhibitory GABAergic neurons in the brainstem (Siegel, 2004; Liu et
a., 2002), so to extend this theory, it is possible to speculate that orexins directly
activate ascending projection cells in the spinal cord, and simultaneously activate
inhibitory GABAergic neurons, which dampen the ascending nociceptive response.
When coupled with descending inhibition from the brainstem which utilises endogenous
opioids (Fields, 2007), this could greatly enhance inhibitory modulation. Support for
this theory comes from prepro-orexin KO mice, which show no differences in
mechanical or thermal nociceptive withdrawal thresholds at baseline, but demonstrate
greater hyperalgesia after peripheral inflammation (when descending inhibitory
mechanisms are presumably activated) compared to wild-type animals (Watanabe et al.,
2005).

The evidence suggests that orexins may play an important modulatory role in spinal
pain transmission and contribute to descending inhibitory drives, further highlighting
the potential of orexins as neurobiological correlates of behaviour in animals subjected

to repeated neonatal and adult painful stimuli.

In summary, the role of orexin cells in reward processing, stress, arousal, and
nociception places them in a strong position as candidates for reflecting the behavioural

changes seen after adult injury to neonatally-injured animals.

4.2 Hypotheses

In this chapter, | test the following hypotheses:
e That the behavioural changes seen in animals after a repeated early injury in
neonatal life will be correlated with activation of the lateral hypothalamic orexin
cells, identifying orexin as a neurobiological correlate of reward-related

behavioursin injured animals.
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e That, as with the behavioural changes seen, the results will be more pronounced
in neonatally-injured animals that are re-injured in adulthood.

e That orexin cell activation will be seen in relation to presentation of a food
reward, Cheerios breakfast cereal, in the NIH arena

4.3 Methods

The experiments described in this chapter were to investigate the neurobiological
correlate of behaviour in the novelty-induced hypophagia (NIH) paradigm in animals
with a history of foot wound injury as neonates, after re-injury in adulthood. The orexin
system of the lateral hypothalamus was investigated as a potential system for reflecting
these effects. Activation of the orexin system was shown by the co-expression of c-Fos
in orexin-positive cells. C-Fos is a protein product of c-fos, an immediate early gene. It
is restricted to the nucleus, and was used in these experiments as a marker of cell
activation, with maximal expression expected at 90-120 minutes post-stimulus (see
Kovacs, 2008). It has been widely used as a marker of cell activation in experiments
investigating the roles of orexins (Georgescu et a., 2003; Harris et a., 2005; Harris et
al., 2007b; Choi et a., 2010).

4.3.1 Experimental design

The tissue for the experiments in this chapter originated from the animals tested in the
novelty-induced hypophagia paradigm, as described in the previous chapter. Animals
were repeatedly injured (plantar skin incision) or anaesthetised as neonates (on postnatal
days (P)3, P10 and P17), and adult behaviour upon testing in the NIH arena was
studied. Asdescribed previously in Chapter 3, the NIH arenais abehavioura paradigm
for testing anxiety, exploratory and reward-related behaviours. Animals were tested in
the arena and then returned to their home cages before tissue collection. See Chapter 3
Methods for explanation of foot wound surgery and the NIH arena. The designs for the

experiments in this chapter are explained below:
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4.3.1.1 Experiment 1. Investigating activation of the orexin system
after single adult foot wound in animals with no history of
injury

To see the effect that a single adult foot wound has on orexin cell activation in animals

with no history of injury, tissue from animals that were repeatedly anaesthetised as

neonates was compared when the animals were given a single foot wound or re-

anaesthetised as adults, and tested in the NIH arena. Figure 4-4 illustrates the design of

this experiment:

Adult
NIH arena

P3 P10 P17 \

AN /
(L RS DL Zowman

Figure 4-4 — A schematic diagram to illustrate the design of Experiment 1. Animalsrepeatedly
anaesthetised as neonates wereinjured or re-anaesthetised as adults, and orexin activation after

testing in the NIH arena investigated.
4.3.1.2 Experiment 2: Investigating baseline activation of the orexin

system in animalswith a history of repeated neonatal injury

To see what effect testing in the NIH arena had at baseline on the orexin system, tissue
from neonatally foot-wounded animals or anaesthesia-only controls was compared.

Figure 4-5 is a schematic diagram to illustrate the design of this experiment:

Neonate
Adult

Development @

Figure 4-5— A schematic diagram to show the design for Experiment 2. The activation of the

orexinergic system was compar ed after testing in the NIH arena between animalsthat received

repeated neonatal foot wound or anaesthesia, but received no adult treatment.
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4.3.1.3 Experiment 3: Investigating activation of the orexin system
after adult foot wound in animals repeatedly injured as
neonates

To see what effect a history of injury had on adult orexin activation after testing in the
NIH arena, tissue from animals that were repeatedly wounded as neonates was
compared when animals were re-injured or anaesthetised as adults. Figure 4-6 illustrates

the design of this experiment:

Adult

NIH arena

(L &
(@(@(@/ \
\@/ Cherios

Neonate

Figure 4-6 — A schematic diagram to illustrate the design of Experiment 3. Animalsrepeatedly
injured as neonateswerere-injured or anaesthetised as adults, and orexin activation after testingin
the NIH arenainvestigated.

4.3.1.4 Experiment 4: Investigating the effect of Cheerio consumption
on thelateral hypothalamic orexin system.

To investigate whether consumption of Cheerios or the presence of a food reward
activates orexin cells, two additional comparisons of orexin cell activation were
performed.

4.3.1.4.1 Experiment 4a

Firstly, tissue from animals that had not consumed any Cheerios during the 15 minute

NIH testing period was compared to tissue from animals that did consume Cheerios.

Neonatally foot-wounded males, uninjured in adulthood, were used for this comparison.
Out of 19 animals in this group, 7 did not consume any Cheerios. A Fisher's Exact test
showed that this was a significantly higher proportion of non-consuming animals than
was expected (p=0.008). Figure 4-7 is a schematic to show the design of this
experiment:
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Adult
NIH arena
Neonate Eaters

Development VS.

P3 P10 P17
W Q@g L@%L@g —> © Non-eaters

Cheerios

Figure 4-7 — A schematic diagram to illustrate the design for Experiment 4a. Repeatedly
neonatally-injured malesweretested in the NIH paradigm in adulthood, and the activation of the
orexin system was compared between animalsthat consumed Cheerios during the NIH test, and

those that did not.

4.3.1.4.2 Experiment 4b

Secondly, the activation of orexin cells was compared in tissue from animals that had
access to Cheerios in the NIH arena to tissue from animals that had no access to
Cheerios in the NIH arena. Figure 4-8 is a schematic to show the design for this

experiment:

NIH arena

Adult / Ctr:eerios
Development absent

Neonate

Cheerios
present

Figure 4-8 — A schematic diagram to illustrate the experimental design for Experiment 4b. Animals
that wererepeatedly injured as neonateswerere-injured as adults, and tested in the NIH arena
either in the presence or absence of Cheeriosin the central food bowl. Activation of the orexin

system was compar ed.

For all the above experiments, tissue was harvested two hours after testing in the NIH

arena. This is because it is the maximal time point of c-Fos expression and is a time
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point widely used in other experiments investigating orexin cell activation (Georgescu
et a., 2003; Harris et a., 2005; Harris et a., 2007b; Choi et a., 2010).

Animals were sacrificed by intraperitoneal (i.p.) injection of an overdose of Euthatal
(Merial Anima Health Limited, Harlow, UK), and transcardialy perfused with 4%
paraformaldehyde (PFA — see Appendix 1: Solutions). Brains were dissected out, post-
fixed in 4% PFA for 4 hours, then transferred to a 30% sucrose and azide solution (see
Appendix 1) and stored at 4°C.

4.3.2 Definition of the lateral hypothalamus

The co-ordinates of the lateral hypothalamus (LH), as defined by the stereotaxic atlas of

Paxinos and Watson (2004), are as follows:

From Bregma:
Anteroposterior: -3mm to -5mm
Dorsoventra: -7mm to -9mm
Mediolateral: +1.5mm to 3mm

Thisis alarge region, so previous studies have further defined the area as lateral to the

fornix (Harris et a., 2005; Aston-Jones et al., 2009). Figure 4-9 illustrates the definition
and localisation of the lateral hypothalamus, as used for these experiments:
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Figure 34

Bregma -3.60 mm

Fornix

Lateral edge of tissue

x20 &
L =g ) Counting area as defined
g j oo 4 by microscope eyepiece
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K - T i ey
b - SRS
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Figure 4-9— A figureto show thelocalization and definition of the lateral hypothalamusfor cell
counting purposes. Thetop two panels show the LH, outlined by a black rectangle, as defined by
the stereotaxic atlas of Paxinos and Watson (2004). The lower two panels show x10 and x20
magnifications of the LH. Black cytoplasmic staining shows or exin-positive cells. The dotted circle
indicatesthe fornix; cell counting was performed laterally to thislandmark. The black rectanglein
the x20 magnification (bottom panel) representsthe counting ar ea as defined by the microscope
eyepiece.

4.3.3 Immunohistochemistry

The following protocol was used for immunostai ning:

e 40um sections of the lateral hypothalamus were cut on the freezing microtome
and placed into wells containing 5% sucrose in azide (see Appendix 1.
Solutions).

e Sections were transferred to Rohren tubes (Sarstedt, Leicester, UK), 6 sections
per tube, each at a distance of 240um from the last, and blocked in 5% horse
serum plus hydrogen peroxide for 1 hour (see Appendix 1).
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C-Fos primary antibody (Calbiochem, Nottingham, UK) was placed onto the
sections at a 1:10,000 dilution (1ul per 10ml) in TTBS (see Appendix 1). The
tubes were incubated overnight at room temperature.

Sections were washed with 0.1M PB (see Appendix 1), 3 times, for 10 minutes
per wash.

The c-Fos secondary antibody was placed onto the sections. This was
biotinylated anti-rabbit, raised in goat (Vector Laboratories Inc., CA, USA), a a
1:500 dilution (2ul per ml) in TTBS. Sections were incubated for 2 hours at
room temperature.

Sections were washed as above.

The avidin-biotin protocol was used to amplify the signal. Using the Vectastain
ABC kit (Vector Laboratories Inc., CA, USA), 1ul of ‘A’ and 1ul of ‘B’ per mi
TTBS were stirred for 30 minutes.

Avidin-biotin solution was placed onto the sections for 1 hour at room
temperature.

Sections were washed, as above.

To stan the c-Fos, brown DAB (3,3 -diaminobenzidine) staining was
performed. The DAB solution was prepared according to the kit instructions
(Vector Laboratories Inc., CA, USA). Sections were incubated for ~6 minutesin
DAB solution or until staining of nuclei was apparent, transferred to deionised
water to end the reaction, then washed with 0.01IMPB and 0.1M PB, for two
minutes each.

The orexin-A primary antibody (Santa Cruz Biotechnology Inc., CA, USA) was
placed onto the tissue at a concentration of 1:1000 (1ul per ml) in TTBS and
incubated overnight at room temperature.

Sections were washed.

The orexin secondary antibody was placed onto the sections. This was
biotinylated anti-goat, raised in horse (Vector Laboratories Inc., CA, USA) at a
dilution of 1:500 (2ul per ml) in TTBS for 2 hours at room temperature.

Sections were washed.

Avidin-biotin solution was made up as above and mixed for 30 minutes.

The AB solution was placed onto the tissue for 1 hour at room temperature.
Sections were washed.
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e To stain the orexin, blue DAB (3,3’ -diaminobenzidine) staining was performed.
The DAB solution was prepared according to the kit instructions (Vector
Laboratories Inc., CA, USA). Sections were incubated for up to 2 minutes in
DAB solution or until cytoplasmic staining was apparent, transferred to PBS
(see Appendix 1), then washed in deionised water and 0.1MPB for two minutes
each.

e Sections were then placed into 0.01M PB for mounting onto gelatinised slides.

e Slides were dried in the dark overnight at room temperature, then dehydrated
and coverdlipped with Histoclear (Flowgen Bioscience, Nottingham, UK).

4.3.3.1 Immunohistochemistry controls

Control tubes of sections were prepared to check for the effects of non-specific binding
of the antibodies (where the antibody binds to the tissue at random instead of to the
protein of interest). The control tubes underwent the same washing and staining as the
experimental tubes at all stages of the protocol, except the sections were not exposed to
the antibody at the relevant stage of the protocol, and were placed into 0.1M PB
instead.

Tubes were prepared under one of the four following conditions:

1. The c-Fos primary antibody was absent

2. The c-Fos secondary antibody was absent

3. The orexin primary antibody was absent

4. The orexin secondary antibody was absent

Control images are not shown, as staining was so faint that tissue could not be seen.

4.3.4 Visualisation and counting of sections

e All counting was done by a blinded experimenter. Unblinding was not
performed until all slides had been counted.

e Slides were visualised using a light microscope (Nikon E800). C-Fos staining
was seen as brown nuclear staining. Orexin staining was seen as a cytoplasmic
dark blue/black stain. Only sections that contained orexin cells were counted.

e Thelatera hypothalamus was identified according to the above criteria. Sections

were counted bilaterally.
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Cell counting took place a x20 magnification. The viewfinder within the
microscope eyepiece defined the area to be counted (see Figure 4-9).
Orexin-positive cells, c-Fos positive nuclei, and the number of co-expressing
cells were counted manually.

5 sections per anima were counted, with 5-8 animals per group. Numbers per

group are specified in the Results section.

Analysis of cell counts

From raw cell counts, the percentage of orexin-positive cells that were co-
expressing c-Fos was cal cul ated.

Averages for each animal were calculated, and then group averages calcul ated.
2-way ANOVAs were performed with GraphPad Prism version 4 software to
investigate group and gender differences. Bonferroni’s post-hoc tests were
performed to find the direction of any differences.

Pearson’s correlation coefficient was calculated for data that was being
correlated with behavioural outcome measures.

ANOVA and caculation of Pearson’s correlation coefficient are parametric
methods of analyses, therefore al data was checked to conform to a normal
distribution (D’ Agostino and Pearson omnibus normality test) prior to analysis.
All data passed normality tests.

4.4 Results

The results from the experiments in this chapter show that the orexin system is sensitive

to arewarding stimulus, and that an injury in adulthood, particularly if the animal has a

history of neonatal injury, atersthe activation of the orexinergic system.

Immunostaining of the lateral hypothalamus was performed after animals had been

tested in the novelty-induced hypophagia (NIH) arena. C-Fos (an immediate early gene)

was used as a marker of cell activation. All cell counts were performed blind. Orexin

cells were cytoplasmically stained, and c-Fos staining was confined to nuclel (see

Figure 4-10). Percentage of orexin cells co-expressing orexin and c-Fos are therefore

said to be ‘activated’ orexin cdlls.
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Figure 4-10 — A representativeimage of an
orexin-positive cell co-expressing c-Fosin the

4 nucleus.

100umm
—

Representative images of lateral hypothal amic sections from male animals are presented
on the next page:
e ‘AN’ refersto an animal repeatedly anaesthetised as a neonate.
e ‘AN+FW’ refers to an anima repeatedly anaesthetised as a neonate and
receiving a single adult foot wound
e ‘FW’ refersto an animal that received arepeated neonatal foot wound.
e ‘FW+FW’ refersto an animal that recelved a repeated neonatal foot wound and

has been re-injured as an adult.
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Figure4-11 — A representative image of thelateral hypothalamus of a control ‘AN’ animal.

Examples of c-Fos-expressing nuclei areindicated by green arrows, orexin cells by blue. Co-

expressing cellsareindicated by red arrows.
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Figure 4-12 - A representative image of the lateral hypothalamus of an ‘AN + FW’ animal. Co-

expressing cellsareindicated by red arrows.
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igure4-13 - A representative image of the lateral hypothalamus of a ‘FW’ animal. Co-

expressing cellsareindicated by red arrows.
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4.4.1 Experiment 1: Orexin cell activation is not affected by a single
adult foot wound in animals with no history of injury, and does

not correlate with reward-related behaviours

As shown in Chapter 3, a single adult foot wound causes changes in behaviour - rearing
is decreased and the percentage of time spent in the central zone increases. The
activation of the orexin system was investigated in these animals to see if the orexin

system reflects the behavioura changes seen.

Percentage of orexin cells co-expressing c-Fos was calculated in animals that had no
history of foot wound and were either injured or re-anaesthetised as adults, after the
animals were tested in the NIH paradigm. ‘AN’ refers to animals that were repeatedly
anaesthetised as neonates. ‘AN+FW’ refers to neonatally anaesthetised animals that
received a single adult foot wound. Animals that did not eat any Cheerios were
excluded from the analysis.

Table 4-1 shows the raw data generated from this experiment. There was a significant
effect of treatment on the number of orexin cells (F(1,23=4.89, p<0.05; 2-way ANOVA),
which showed that adult-injured animals (both genders) had more orexin cells per
section than animals with no adult injury. However, there was no significant effect of
gender or treatment on the percentage of orexin cells co-expressing c-Fos, as illustrated
in Graph 4-1. This data shows that the activation of orexin cells induced by testing in
the NIH arenais not changed by a single adult foot wound in animals with no history of

neonata injury.

Treatment Orexin- c-Fos- Number of co- Vo 9T 98”5
Number o o ; co-expressing c-
group positive positive expressing cells Fos
M AN 6 42.4+£3.7 | 31.6x6.9 6.5x1.4 16.4+4.5
M AN+FW I 54.615.2 | 28.1+3.2 9.8+1.3 18.4+2.8
F AN 7 40.1£3.2 | 44.2+7.0 9.412.4 22.2+¥4.0
F AN+FW I 54.149.1 | 41.2+7.5 10.9+1.9 16.7+2.8

Table 4-1 — A tableto show the treatment groups, number of animalsper group, number of orexin-
and c-Fos-positive cells, and number and per centage of orexin-cells co-expressing c-Fosin animals
with no history of injury, injured (AN+FW) or not (AN) as adults.
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301 Graph 4-1 — A graph to show the per centage
C=JAN

B3 ANFW of orexin cells co-expressing c-Fosin animals
with no history of injury (AN), compared to

(%)

those with no history of injury given a single
adult foot wound (AN+FW).

Co-expressing cells

Male Female
Gender

To investigate if the activation of orexin cellsis correlated to the outcome measures that
were significantly affected by a single adult injury, namely rears and the percentage of
time spent in the central zone (both in the 5-10 minute time bin), Pearson’s correlation
coefficient (R) was calculated for both rears and central zone percentage, in males and

females with no history of injury, either with or without a single adult foot wound.

There were no significant correlations between activation of orexin cells and the two
chosen behavioural outcome measures in either gender or after any treatment,
suggesting that the orexin system does not reflect behavioural changes in animals with
no history of repeated neonatal injury. These data are shown in Table 4-2.

Rears Time in central zone (%)
Treatment group Pearson’s = Pearson’s
R value R P value
M AN 0.55 0.25 (n.s.) -0.48 0.33 (n.s)
M AN+FW -0.16 0.73 (n.s.) 0.32 0.49 (n.s.)
F AN 0.25 0.59 (n.s) 0.61 0.15 (n.s.)
F AN+FW 0.22 0.64 (n.s.) -0.16 0.74 (n.s.)

Table 4-2 — A table to show Pearson’s correlation coefficient for the number of rear g/per centage of
time spent in the central zone, both in the 5-10 minute time bin, correlated to the per centage of

orexin cells co-expressing c-Fos, in animalswith no history of injury.

4.4.2 Experiment 2: The presence of a ‘pain history’ does not alter
baseline orexin cell activation, or correlate with reward-related
behaviours

Next, to investigate the effect a history of injury has on baseline activation of the orexin
system, the percentage of orexin cells co-expressing c-Fos was calculated in animals
that had either a history of foot wound (FW) or control animals that did not (AN), after
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the animals were tested in the NIH paradigm. ‘FW’ refers to animals that had a repeated
neonatal foot wound at postnatal day (P)3, P10 and P17. ‘AN’ refers to animals that
were only anaesthetised on the same days as neonates. Animals that did not eat any
Cheerios were excluded from the anaysis.

Comparing the genders and treatment groups showed that the number of orexin cells per
animal did not differ (2-way ANOVA). The number of c-Fos-positive nuclei was higher
in both groups of females, possibly suggesting an effect of generalised increased arousal
in these animals (Gender F(124=5.47, p<0.05; 2-way ANOVA). However, the
percentage of orexin cells co-expressing c-Fos was not different between gender or
treatment, suggesting that neither gender nor treatment affect the baseline activation of
the orexin system after testing in the NIH paradigm (see Graph 4-2). Table 4-3
illustrates the mean cell counts and calculated percentages of co-expressing cells (=
SEM).

Number of % orexin

Treatment N Orexin- c-Fos- co- cells co-
umber . g . )

group positive positive expressing expressing

cells c-Fos

M FW 7 43.2+4.2 28.2+7.3 7.0+1.5 15.5+2.6

M AN 6 42.4+3.8 31.6+6.9 6.5+1.4 16.4+4.5

F Fw 8 46.3+2.6 47.5+5.9 10.2+1.5 22.3+3.6

F AN 7 40.1+3.2 44.2+7.0 9.4+2.4 22.2+4.0

Table 4-3 - A tableto show the treatment groups, number of animals, orexin- and c-Fos-positive cell
counts and number and per centage of orexin cells co-expressing c-Fos (+ standard error) for
animalsrepeatedly injured (FW) or anaesthetised (AN) as neonates.

30~
FW

EEAN

Graph 4-2 — A bar graph to show the

per centage of orexin cells co-expressing c-Fos

N
o
1

in males and femalesinjured or anaesthetised

as neonates and tested in adulthood in the

Co-expressing cells
(%)
AR
<

NIH arena.

S

T

)
Female
Gender

Male

To investigate whether the activation of the orexin cells is correlated to reward-rel ated
behaviours, Pearson’s correlation coefficient was calculated in the above groups of

animals. The outcome measures used were the number of rears and percentage of time
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spent in the central zone (both during the 5-10 minute time bin); this was because these

are the most consistently robust outcome measures as seen in Chapter 3.

The results showed that there are no correlations between activation of orexin cells and
reward-related behaviours (rears and percentage of time spent in the central zone) in
animals of either gender, with or without a history of repeated neonatal foot wound,
when tested at baseline in the NIH arenain adulthood. These data are shown in Table
4-4.

Rears Time in central zone (%)
QS ULE DRIREER Pear;on S P value Pearson’s R P value
M FW 0.69 0.08 (n.s.) -0.46 0.30 (n.s.)
M AN 0.55 0.25 (n.s.) -0.48 0.33 (n.s.)
FFW 0.02 0.96 (n.s.) -0.58 0.13 (n.s.)
F AN 0.25 0.59 (n.s) 0.61 0.15 (n.s.)

Table 4-4 — A table to show Pearson’s correlation coefficient for the number of rear g/per centage of
time spent in the central zone, both in the 5-10 minute time bin, correlated to the per centage of

orexin cells co-expressing c-Fos, in animalswith no history of injury.

4.4.3 Experiment 3: Re-injury of an animal with a history of injury
increases orexin cell activation, and correlates with rearing

behaviour

To investigate whether a re-injury in adulthood to animals with a history of neonatal
injury affected orexin cell activation, the percentage of orexin cells co-expressing c-Fos
was calculated in re-injured animals after the adult animals were tested in the NIH
paradigm. ‘FW’ refers to animals that were repeatedly injured as neonates but received
no adult injury. ‘FW+FW’ refers to neonatally injured animals that also received a
single adult foot wound. Animals that did not eat any Cheerios were excluded from the
analysis. Table 4-5 shows the cell count data from this experiment:
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Number of | % orexin cells
Treatment Orexin- c-Fos- co- co-
Number . g . .
group positive | positive expressing | expressing c-
cells Fos
M FW 7 43.2+4.2 | 28.2+7.3 7.0+1.5 15.5+2.6
M FW+FW 7 48.2+4.9 | 46.8+14.4 13.7+£3.1 27.2x4.1
F FW 8 46.3+2.6 | 47.5%5.9 10.2+1.5 22.3+3.6
F FW+FW 7 52.9+4.2 | 40.8+5.9 10.1+3.5 20.2+3.1

Table 4-5— A table to show the treatment groups, number of animals, orexin- and c-Fos-positive
cell countsand number and per centage of orexin cells co-expressing c-Fos (+ standard error) for

animals repeatedly injured as neonates, and re-injured (FW+FW) or not (FW) as adults.

There was no difference in orexin-positive and c-Fos positive cell numbers between
genders or treatments (2-way ANOVA).

There was, however, a significant difference in percentage of orexin cells co-expressing
c-Fos between treatment groups in the male animals (p=0.016, 1-tailed unpaired t-test).
This result shows that when an animal with a‘pain history’ is re-injured as an adult, the
orexinergic system is more active after testing in the NIH arena, rising from ~15% of
orexin cells activated at baseline to ~27% in re-injured animals (Graph 4-3).

359
304
254

=aJFw
EZZ3 FW+FW

Graph 4-3 - A graph to show the per centage
of orexin cells co-expressing c-Fosin animals
with a history of neonatal injury (FW),

compared to those with a history of injury

Co-expressing cells
(%

given a single adult re-injury (FW+FW).

Male Female
Gender

To investigate whether the orexin cell activation correlated to the reward-related
behaviours investigated in Chapter 3, Pearson’s correlation coefficient was calculated.
The behavioural outcome measures investigated were rears and percentage of time spent
in the central zone (both during the 5-10 minute time bin), as these were the outcome
measures significantly affected by an adult re-injury in animals with a previous history

of foot wound. The data are presented in Table 4-6:
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Treatment group Rears Time in central zone (%)
Pearson’s R P value Pearson’s R P value

M FW 0.69 0.08 (n.s.) -0.46 0.30 (n.s.)

M FW+FW -0.83 0.04 (*) 0.02 0.96 (n.s.)

FFW 0.02 0.96 (n.s.) -0.58 0.13 (n.s.)

F FW+FW 0.42 0.35 (n.s.) 0.51 0.25 (n.s.)

Table 4-6 — A table to show Pear son’s correlation coefficient for the number of rear g/per centage of
time spent in the central zone, both in the 5-10 minute time bin, correlated with the per centage of
orexin cells co-expressing c-Fos, in animalswith a ‘pain history’ either with or without are-injury

in adulthood. Significant results are shown in bold. *p<0.05.

The results show that orexin cell activation negatively correlates (r= -0.83) with the
number of rears performed in the NIH arenai.e. as the co-expression of c-Fos in orexin
cells increases, the number of rears decreases (represented in Graph 4-4). This result
proves that activation of the orexin system is sensitive to reward-related behaviours in

animalswith a‘pain history’, re-injured in adulthood.
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4.4.4 Investigating the effect of Cheerio consumption on the lateral

hypothalamic orexin system

To investigate whether consumption of Cheerios or the presence of food reward
activates orexin cells, two additional comparisons of orexin cell activation were

performed.
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4.4.4.1 Experiment 4a: Comparing orexin cell activation in animals
that consumed Cheerios during the NIH test period to those
that did not

It was expected that all animals would consume Cheerios during the NIH test period, as
anecdotal evidence showed that all animals rapidly consumed Cheerios when presented
with them in their home cages. However, male animals that had been repeatedly injured
as neonates produced a high number of non-eating animals when tested in the NIH
arena in adulthood. Analysis showed that there were significantly more non-eating
animals than were expected (see Chapter 3, p127). To investigate what effect Cheerio
consumption had on orexin cell activation, the percentage of orexin cells co-expressing
c-Fos was investigated in animals that consumed, or did not consume, Cheerios. Table

4-7 shows the number of eating and non-eating animals that were used for this analysis.

Eaters Non-eaters
7 5

Table 4-7 — A table to show the number of eating and non-eating animalsanalysed in the male

neonatally-injured group.

There was no difference in the number of orexin cells between eating or non-eating
animals, but there was significantly more c-Fos activation in the non-eating animals
(F1,24=7.56, p<0.05; 2-way ANOVA). This could be a reflection of increased arousal
during the test period. The data are shown in Table 4-8:

Cell type Eater Non-eater
Orexin-positive 43.2+4.2 42.2+5.7
C-Fos-positive 28.2+7.3 41.8+10.1

Co-expressing (number) 7.0£1.5 10.0£2.5
Co-expressing (%) 15.5+2.61 22.4+3.4

Table 4-8 — A table to show the mean (+ standard error) number of orexin and c-Fos-positive cells,

and the per centage of cells co-expressing both, in eating and non-eating males.

When comparing the percentage of orexin cells co-expressing c-Fos between eating and
non-eating animals, there was no difference between groups (p=0.13, Unpaired t-test),

suggesting that the consumption of Cheerios does not affect orexin cell activation.
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Graph 4-5— A bar graph to show the

per centage of orexin cells co-expressing c-Fos
in animalsthat did or did not consume
Cheeriosduring the NIH test period.

4.4.4.2 Experiment 4b: Orexin cdl activation is significantly lower in

animals that had no access to food reward during the NIH test

period

To investigate whether the presence of Cheerios affected activation of the orexin

system, orexin cell activation was compared between animals that had Cheerios

present in the food bowl of the NIH arena (‘ Present’), and those that were presented

with an empty food bowl in the centre of the NIH arena (‘' Absent’).

As the re-injured male animals with a ‘pain history’ were the only group that

showed a significant effect of treatment on orexin cell activation, these animals were

compared between the ‘present’ and ‘absent’ conditions. In addition, the data was

compared to a ‘baseline’ group — animals with a history of foot wound but no adult
injury. Table 4-9 shows this data:

Number co- % orexin

Treatment Orexin- c-Fos- expressing cells co-
Number o . . )

group positive | positive | orexin and c- | expressing

Fos c-Fos

M FW Present 7 48.2+4.5 | 46.8+7.5 13.7+3.1 27.2+3.1

M FW Absent 5 57.4+5.4 | 32.6+8.8 7.9+1.2 14.8+3.7

Baseline 7 43.2+4.2 | 28.2+7.3 7.0+1.5 15.5+2.6

Table 4-9 — A table to show the treatment groups, number of animals, cell countsand number and

per centage of orexin cells co-expressing c-Fos (+ standard error) for animalsthat had accessto

Cheeriosin the NIH arena and those that did not have accessto Cheerios, aswell asa ‘basdline

group.

Comparing the percentage of orexin cell activation between the ‘present’, ‘absent’ and

‘baseline’ conditions showed that orexin cell activation is higher in re-injured mae
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animals when Cheerios are present in the NIH arena, and compared to baseline
activation (p<0.05; One-way ANOVA with Bonferroni’ s post-tests). When Cheerios are
absent, the activation of the orexin system is the same as that at baseline:

Graph 4-6 — A bar graph to show the

per centage of orexin cells co-expressing c-Fos
in neonatally injured animalsre-injured in
adulthood, when the Cheerios wer e present
or absent during testing in the NIH arena.
‘Baseline’ datarefersto animalswith a ‘pain

history’ but no adult re-injury, tested in the

Co-expressing cells
(%

presence of Cheerios. *p<0.05; one-way
Present Absent Baseline ANOVA with Bonferroni’s post-tests.

This data shows that activation of the orexin system is sensitive to food reward, but only

in male animals with a history of neonatal pain that are then re-injured in adulthood.

To see if the presence or absence of Cheerios correlated to changes in reward-related
behaviours, Pearson’s correlation coefficient was calculated for the number of rears and
the percentage of time spent in the central zone (shown in Table 4-10). Behaviouraly,
the number of rears increased when the Cheerios were absent, and the percentage of

time spent in the central zone decreased.

Treatment group Rears Time in central zone (%)
Pearson’s R P value | Pearson’s R P value

Present -0.83 0.04 (*) 0.02 0.96 (n.s.)

Absent 0.9 0.04 (*) -0.60 0.29 (n.s.)

Baseline 0.69 0.08 (n.s.) -0.46 0.30 (n.s.)

Table 4-10 — A table to show Pear son’s correlation coefficient for the number of rearsand
per centage of time spent in the central zone (both in the 5-10 minute time bin), correlated with the
per centage of orexin cells co-expressing c-Fos at baseline and in animalswith a ‘pain history’ re-
injured in adulthood, when the Cheerios are present or absent. Significant resultsare shown in
bold. *p<0.05.

The results show that when Cheerios are present, the number of rears is negatively
correlated (r= -0.83) to the activation of the orexin cells (see Graph 4-4). However,
when the Cheerios are absent, the number of rears is positively correlated (r=0.9) with

190




Chapter 4

the activation of orexin cells (see Graph 4-7). There is no correlation to either

behavioural outcome measure in the Baseline group.
;(1): - Graph 4-7 — A scatterplot to show the
19 correlation between the per centage of orexin
184 cells co-expressing c-Fos and the number of
% i;: . rears performed by the male FW+FW group
o 154 - during the 5-10 minute testing time bin in the
144 [ NIH arena when Cheerios are absent.
134 u
12 T T T T T 1

0 5 10 15 20 25 30
Co-expressing cells (%)

Therefore, when Cheerios are absent, orexin cell activation is lower than when Cheerios
are present; and the number of rears increases as orexin cell activation increases.
However, when Cheerios are present, orexin cell activation is higher, and the higher the

activation, the fewer the number of rears.

4.4.5 Summary

e The activation of the orexin system of animals with no history of neonatal injury
is not affected by a single injury in adulthood. Furthermore, the activation of
orexin cells does not correlate to the behavioural changes seen in these animals
after a single adult injury, suggesting that the orexin system is not a sensitive
biomarker of reward-related behaviours in animals without a history of injury.

e Animals that had a history of repeated neonatal foot wound did not show any
differencesin orexin cell activation when compared to anaesthesia-only controls.
Furthermore, the activation of orexin cells did not correlate to reward-related
behaviours in these animals, suggesting that the orexin system is not a sensitive
biomarker of reward-related behaviours in animals with a history of injury,
tested at baseline.

e Males with a history of repeated neonatal foot wound show an increase in the
percentage of orexin cells activated when re-injured in adulthood. In addition,
this activation of orexin cells correlates with the number of rears performed,
showing that activation of the orexin system reflects reward-related behaviours

in males with a‘pain history’ when they are re-injured as adults.
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e Additional studies to investigate the effect of Cheerio consumption on orexin
cell activation showed that whether animals eat or not is irrelevant to orexin
activation. However, when comparing animals that had access to Cheeriosin the
NIH arena versus those that did not, orexin activation is lower when the
Cheerios are absent. This suggests that the orexin system is sensitive to the
presence of a reward in animals with a ‘pain history’, and could be used as a
neurobiological marker of reward in animals that are tested in the NIH arena.

e In addition, when Cheerios are absent, and levels of orexin activation are low,
there is a positive correlation between cell activation and rearing behaviour.

e Taken together, these results show that the orexin system is sensitive to the
presence or absence of a food reward in animals with a history of repeated
neonatal injury. In addition, the magnitude of activation of the system correlates
with the behavioura outcome measures studied in Chapter 3.

45 Discussion

The results presented in this chapter show that the orexin system can reflect aspects of
reward, but only in male rats with a history of neonatal pain when re-injured in
adulthood. In these animals, orexin cell activation is sensitive to the presence or absence
of food reward and correlates to behavioural outcome measures. This suggests that the
orexin system could be a potential biomarker of reward-related behaviours in this
specific group of animals.

45.1 A single injury in adulthood does not influence orexin
signalling

The results showed that when an animal with no prior history of injury receives asingle

foot wound in adulthood, activation of the orexin system after behavioura testing in the

novelty-induced hypophagia (NIH) paradigm is not different to that of control animals,

who received no adult injury. This suggests that orexin cells are not activated after NIH

arenatesting in animals with an acute injury.

It was thought possible that an acute injury may have increased orexin activation, as the
literature has shown that orexins have analgesic effects on anima pain models of

inflammation and neuropathy and may be acting to dampen ascending nociceptive input
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(Bingham et a., 2001; Yamamoto et al., 2003a; Kgjiyama et al., 2005). This analgesic
effect has also been shown in the plantar skin incision model of post-operative pain —
the same pain model used in these experiments (Cheng et a., 2003). However, any
potential analgesic effect, as seen by an increase in orexin signalling, was not seen in

these experiments.

Thisis most likely because the studies showing the orexins' analgesic effect used very
different testing protocols to those used in these experiments. For example, Bingham et
al (2001) studied orexin A’s effect 1-5 minutes after infusion, and Cheng et a (2003)
intrathecally infused orexin beginning 20 minutes after surgery, and continued up to 180
minutes post-surgery. In the experiments presented in this chapter, orexin activation was
investigated 48 hours after surgery, meaning that any immediate inflammatory and
incision effects on orexin signalling were not measured. Perhaps if testing in the NIH
arena had been performed at atime closer to injury i.e. 20 minute post-surgery, changes
in orexin activation may have been evident. This, however, was not the aim of these
experiments, which was to see how early injury affects adult reward-related behaviours,

and whether orexins are linked to these changes.

In addition to the testing time point differences, the NIH arena is not a test of acute
nociception and is not designed as such. Unlike the papers investigating orexin
analgesia, which included utilisation of the Hargreaves hotplate apparatus to test
thermal hyperalgesia, von Frey hairs to study mechanical hypersensitivity, and
abdominal acid injection to test visceral pain responses (Bingham et a., 2001;
Y amamoto et a., 2003b; Suyama et a., 2004), the NIH arena was designed to measure
exploratory behaviours and approach to a reward. This would further explain why a
single acute adult injury did not affect orexin cell activation after NIH testing, 2 days

after surgery.

4.5.2 Animals with a history of neonatal injury do not show altered

orexin activation after reward testing in adulthood

To investigate the effect of a ‘pain history’ on reward-related behaviours, animals that
were repeatedly injured as neonates (or repeatedly anaesthetised control animals) were
tested in the NIH arena in adulthood at baseline i.e. with no further injury/anaesthesia.
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The previous chapter has shown that there were no behavioural differences between
these groups of animals, and the results from this chapter show that there was no

differencein orexin cell activation either.

Baseline activation of orexin cells (i.e. percentage of orexin cells co-expressing c-Fos)
was around 15-22% in all groups, both male and female. This is in line with the
literature on orexin cell activation, which also shows control/baseline LH orexin cell
activation at around 10-20% (Harris et al., 2005; Harris et a., 2007b; Aston-Jones et al.,
2009).

45.3 Orexin cell activation does not reflect whether an animal

consumes a food reward or not

Increases of c-Fos expression in orexin cells have been shown when animals are
exposed to a cue previoudly linked to a high-fat food reward (Harris et al., 2005), and
upon anticipation and consumption of a palatable foodstuff i.e. chocolate (Choi et a.,
2010). Orexin antagonism has shown decreases in the self-administration of high-fat
food (Nair et a., 2008) and prevention of the feeding induced by nucleus accumbens
stimulation (Zheng et al., 2007). Recent work has suggested that orexin is responsible
for signalling positive reinforcers and rewarding stimuli, in particular high-fat foods as
well as drugs of abuse, but not aversive stimuli (Borgland et a., 2009). For these
reasons, one hypothesis of these experiments was that consumption of Cheerios, acting
as afood reward, would be related to orexin cell activation. However, when comparing
activation in animals that voluntarily consumed Cheerios during the NIH test to those

that did not, no differences were seen.

One explanation for this may be that the group of animals within which this
consummatory behaviour was investigated were males with a history of neonatal injury,
with no further adult injury. Whilst this group displayed a significantly higher number
of non-eating animals than was expected (see page 127, Chapter 3), the animals that ate
Cheerios showed no differences in any behavioural outcome measure (compared to
controls) when tested in the NIH arena in adulthood. This result suggests that a neonatal
foot wound, which decreases the likelihood of eating Cheerios in the NIH, is not linked
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to orexin cell activation, and does not support the hypothesis that consumption of a food

reward is linked to orexin cell activation in animals repeatedly injured as neonates.

4.5.4 Animals with a history of neonatal injury show increased

orexin activation after re-injury in adulthood

When males with a history of neonatal foot wound were re-injured in adulthood and
tested in the NIH arena, the percentage of orexin cells co-expressing c-Fos was
significantly increased (27%) compared to males with a similar history but no adult re-
injury (15%). This result, unlike the previous result, supports hypotheses 1 and 2 of this
chapter - that early neonatal injury affects orexin cell activation upon reward testing in
adulthood, but similar to the behavioural results, it is upon re-injury in adulthood that
differences become apparent.

The increase in percentage of orexin cells co-expressing c-Fos seen between males with
a‘pain history’, and those with the same history plus an adult re-injury, is around 10%.
This is not as large as increases elsewhere in the literature that investigate orexin cell
activation in food-cued conditioned place preference (CPP) tasks, which record
percentage increases of 20-40%, similar to that induced by morphine and cocaine-
conditioned protocols (Harris et a., 2005). Choi et al (2010) showed overall activation
of orexin cells within the LH as reaching up to 80%, which is much higher than the
highest activation of orexin cells seen in these experiments, at 27%.

However, the studies above utilise conditioning tasks to investigate reward behaviours,
where the animal has learnt to associate a particular reward with a specific environment
or operative response i.e. lever press. The NIH arena does not require any pre-training,
and does not rely on conditioned learning or cues. The only training performed before
NIH arenatesting was familiarisation of animals with Cheerios presented in their home
cages. Therefore it could be argued that animals had learnt to associate the smell of
Cheerios with the motivation to consume them, and that this odour was acting as a
conditioned cue. However, the lack of training to pair the odour ‘cue’ to any specific
novel environment would preclude this type of classical conditioning, and indeed Harris
et a (2007b) showed that it was the pairing of the food/drug to a novel environment
which specifically activates orexin cells and led to suggestions that orexins are critically
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involved in learning drug-cue associations. Therefore the data presented in this chapter
are the first to date to show that orexin cell activation is possible after testing in a non-

conditioned behavioura paradigm.

In addition to increased orexin cell activation seen in males re-injured in adulthood, the
percentage of orexin cell activation was correlated to a behavioural outcome measure -
specifically, the number of rears performed during the 5-10 minute time bin. Rears were
negatively correlated to percentage of orexin cells co-expressing c-Fos. This fulfils the
hypothesis that orexin cell activation is linked to behavioural outcome measures from
NIH testing, and isin line with published literature showing correlations of orexin cell
activation to preference scores in CPP testing paradigms (Harris et al., 2005; Harris et
a., 2007b; Smith et a., 2010). It is unusual however that, as orexin cell activation
increases, rearing decreases, as it would be expected that increased activation would be
associated with increased rearing, due to the rewarding aspect of exploration of a novel
environment (see Bevins and Besheer, 2005). However, Li et a (2010a) found that
microinjections of orexin into the paraventricular nucleus (PVN) (which receives orexin
innervation from the hypothalamus) reduced rearing behaviour in the open field. The
PVN produces corticotrophin-releasing factor (CRF) under conditions of stress and
arousal, so it is possible that the increased orexin cell activation seen when animals
were tested in the NIH arena is linked to activation of arousal mechanisms (see de
Leceaet a., 2006; Boutrel and de Lecea, 2008).

The increase in orexin cell activation after adult re-injury and correlation to rearing
behaviour was not seen in females, which could perhaps be due to hormonal confounds.
The fact that behavioural outcome measures were altered in females (see Chapter 3), but
there were no significant differences in orexin cell activation, suggests that the orexin
system may be vulnerable to hormonal interference during the oestrus cycle. Thisis the
case with stress regulation via the HPA axis (see Kudielka and Kirschbaum, 2005) and
with nociceptive processing (La Prairie and Murphy, 2007). As the oestrus cycle was
not monitored in these experiments, this could explain variance within results from the
femae animals, and a lack of significant differences in orexin cell activation between
treatment groups.
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4.5.5 Animals with a history of neonatal injury display an orexin

system sensitive to the presence or absence of a food reward

To investigate whether the orexin system is sensitive to the presence of Cheerios as a
food reward in the NIH arena, activation (i.e. co-expression of c-Fos in orexin-positive
cells) was investigated when Cheerios were present or absent from the food bowl at the
centre of the NIH arena. The results showed that the presence of Cheerios produced an
increase in orexin cell activation relative to activation in the absence of Cheerios, in the
neonatally-injured males re-injured in adulthood (‘FW+FW’ animals). The level of
activation in the absence of Cheerios was the same as that of baseline levels of
activation (~15%). This result suggests that the orexin system is activated in the
presence of afood reward, which isin line with literature showing that cues associated
with, and motivation to seek, afood reward are linked to orexin signalling (Borgland et
al., 2009; Choi et d., 2010; Sharf et al., 2010).

Behavioural results from the previous chapter showed that FW+FW animals spent less
time in the centre of the NIH arena, and reared more, during the 5-10 minute time bin
when Cheerios were absent. Correlating the behavioural outcome measures with the
percentage of orexin cells co-expressing c-Fos showed that rearing behaviour was
positively correlated, i.e. as orexin cell activation increased, so did the number of rears.
Thisisin direct contrast to the correlation seen in the same group of animals when the
Cheerios are present (see section 4.5.4).

This result was intriguing, as it shows that, despite the orexin system being insensitive
to whether an animal eats or not (see section 4.5.3), it is sensitive to the presence or
absence of a reward in the NIH arena. Furthermore, the positive and negative
correlations seen between orexin cell activation and rearing behaviour when the
Cheerios are absent or present suggests that the presence of afood reward is impacting
upon the orexin system. When Cheerios are absent, the orexin system may be reflecting
exploratory drive as seen by increased rearing behaviours. However, when Cheerios are
present, exploratory drive may be confounded by the motivationa aspect of the
presence of a food reward, hence the decrease in rears as orexin cell activation

increases.

197



Chapter 4

4.5.6 Significant results are seen in male FW+FW animals only

As in the previous chapter investigating reward-related behaviours in the NIH arena, it
is after an animal receives an injury in adulthood that behavioura differences are
highlighted between treatment groups. Orexin cell activation changes were only seen in
neonatally-injured males, re-injured as adults. Why is it that only these animals display

alterationsin orexin signalling?

It has already been shown that these ‘ FW+FW’ animals are subjected to injury during a
developmental time point when interference can cause long-term changes in nociceptive
processing (see La Prairie and Murphy, 2010) and development of the HPA axis (Nunez
et a., 1996). The long-term changes in nociceptive sensitivity caused by repeated
neonatal surgery have been confirmed within this thesis, as the previous chapter showed
sensory withdrawal thresholds were altered in neonatally-injured animals. Long-term
changes in nociceptive processing have been linked to baseline hypoactivity of the
endogenous opioid system, which becomes hyper-responsive after an adult injury (La
Prairie and Murphy, 2009). Perhaps noxious interference during a critical period of
development is causing a similar shift in responsiveness of the orexin system, leading to
hyper-responsiveness of the system after adult re-injury and driving increased reward-
motivated behaviours. ‘Critical periods’, during which interference with a developing
system causes long-term changes, have been shown in the nociceptive system (Walker
et al., 2009b), the stress-responsivity system (Enthoven et al., 2008), and the visual
system (Wiesdl, 1982). Furthermore, evidence that the orexin system is present and
functional from birth (van den Pol et al., 2001) places it in a position whereby its

development could be affected by outside interference.

This proposed model of shifted orexinergic tone after neonatal injury could explain why
increased activation of the orexin system after NIH exposure is only seen in neonatally-
injured animals when they are re-injured as adults, much like the enhanced hyperalgesia
seen in neonataly-injured animals following re-injury (see La Prairie and Murphy,
2010). Further experiments would be needed to investigate the effect of orexin
antagonism during development, and any resulting long-lasting changes on reward

function.
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An alternative theory to explain why a re-injury in adulthood causes an increase in
orexin cell activation is explained by a speculative argument that links drug withdrawal

to pain states.

Orexin mMRNA is increased when an animal enters into a drug-withdrawal state, and c-
Fos expression is seen in LH orexin cells in this state (Georgescu et a., 2003; Zhou et
al., 2006; Zhou et a., 2008). Morphine withdrawal also results in increased c-Fos
expression in the orexin cells of the PFA-DMH region in mice (Sharf et al., 2008), most
likely as withdrawal is aversive and arousing for an animal, and the stress of withdrawal
activates the HPA axis (Zhou et a., 2006; Corominas et al., 2010). The resulting CRF
release will activate media hypothalamic structures, as CRF-containing fibres synapse
directly onto orexin cells (Winsky-Sommerer et a., 2005).

Withdrawal in humans induces states of dysphoria, irritability, anxiety, and anhedonia,
in addition to physiological symptoms (see Koob and Volkow, 2009). Animal models of
withdrawal have tried to model the psychological effects seen in humans, using
behavioural paradigms such as the elevated plus maze and forced swim tests to measure
anxiety-like and depression-like behaviours (Castilho et al., 2008; Perrine et a., 2008).
Interestingly, chronic pain states in humans can produce symptoms similar to those of
withdrawal i.e. anxiety and anhedonia (Meyer-Rosberg et a., 2001) and treatments
include anxiolytics and antidepressants (Dworkin et al., 2007), linking reward

withdrawal and pain states.

It is possible to speculate that neonatally-injured animals are being placed in an
anhedonic, withdrawal-like state by re-injury during adulthood, and this state causes
increases in orexin cell activation similar to those seen during withdrawal, leading to
increased reward-seeking motivational drive to explore the novel NIH arena (as seen by
increased rearing behaviour) and approach a food reward (as seen by increased time
spent around the food-bowl). To confirm this speculation, it would be interesting to
block orexin signalling with an antagonist administered prior to NIH testing, and see if
behaviour was unaltered, and orexin signalling unchanged in this situation.
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45.7 Technical considerations

In the experiments in this chapter, expression of c-Fos protein within orexin-positive
cells was used as a marker of cell activation. C-Fos is the protein product of the
immediate early gene c-fos, and has become one of the most widely used functional
anatomical markers of activated neurons for a number of reasons. It shows low basal
expression levels, is induced by a variety of signals including ions, neurotransmitters,
growth factors and drugs, shows a transient response, and can be easily combined with
markers for other things (see Kovécs, 2008). Presence of c-Fos protein has been widely
used in the central nervous system as a marker of system activation (Herrera and
Robertson, 1996) as well as in the reward literature to study motivation, addiction, and
withdrawal (Georges et al., 2000; Georgescu et al., 2003; Aston-Jones et al., 2010).

However, c-Fos is not a perfect marker of cell activation in these studies. The DAB
reaction is performed during immunostaining to visualise c-Fos protein, and strength of
staining relies on the length of time the tissue is left in the DAB solution by the
experimenter. This can vary each time it is done, depending on the rapidity of the DAB
reaction. Faint staining over the whole section can result from poor quality perfusions,
degradation of the quality of the c-Fos primary antibody (as multiple freezing and
thawing of the stored antibody can have a detrimental effect on its binding), or the
freshness of the DAB solution. All of these will require a longer period in the DAB
solution. To minimise the risk of false negative cell counts due to faint staining, tissue
was preferentially stained more darkly. However, this in turn increases background

staining, and could have potentially led to false positives in some instances.

In addition, orexin is located in the cytoplasm, so the orexin stain occasionally occluded
the c-Fos nuclear stain, especialy when the nucleus was in afocal plane lower than, and
behind, the cytoplasm. Whilst specia attention was paid to cells in these circumstances,
it was not always clear whether the nucleus of an orexinergic cell was stained for c-Fos,
again potentially leading to false positive or false negative cell counts. Whilst efforts
were made to minimise these confounds and produce clearly stained tissue, there will be

inherent variability within the cell counts due to these issues.
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4.6 Summary

Differences in activation of orexin cells were only seen between groups of animalsin
which behavioural differences in the NIH arena were also seen, in particular the
neonatally-injured males re-injured in adulthood. Correlations between activation and
behavioural outcome measures were also only seen in groups of animals that showed
altered behaviour compared to controls, suggesting that orexin is a neurobiological
correlate of reward-related behaviours. This shows that orexin is a potential biomarker
of animal reward behaviour in a specific subset of animals, and that orexin system
activation is seen in groups of animals that showed shifted behaviour in the NIH
paradigm, fulfilling the hypotheses of this chapter.

Two possible explanations are presented to explain why orexin cell activation is only
shifted in neonatally-injured animals, re-injured as adults. One states that the neonatal
injuries occurred during a critical period of development, causing a long-term shift in
orexin system reactivity, and the other suggests that animals may be in a state similar to
drug withdrawal. In both cases, activation of the orexin system is proposed to be driving

motivation to seek areward.

The correlations between cell activation and behaviour do not confer any information on
cause. It is unclear from these experiments whether orexin activation is driving
behaviour, or whether orexin cells are activated in response to behaviour. To answer
this question, further experiments would need to be done that interfere with orexin
function, i.e. via administration of the orexin antagonist SB. Decreases in orexin cell
activation, coupled with behavioura aterations towards a food reward, would help
determine whether orexin is driving, or reflecting, animal behaviour in the NIH arena.
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5 Discussion

Thisthesis has aimed to test the hypothesis that repeated early pain altered adult reward-
related processing in the rat. To do this, | first tested the functionality of the reward
pathways of the neonatal rat with morphine (Chapter 2), then tested the long-term effect
of arepeated neonatal foot wound upon reward behaviours in the adult (Chapter 3), and
finally investigated the orexin system as a potential neurobiological correlate of reward
behaviours (Chapter 4).

5.1 Chapter 2 — Activation of neonatal reward pathways

Activation of reward pathways by morphine was measured using induction of pERK, a
marker of cell activation, within the dopaminergic (tyrosine hydroxylase-positive) cells
of the ventral tegmental area (VTA). Projections from the VTA form the basis of the
mesolimbic dopaminergic pathway, heavily implicated in reward processing (Wise,
2004).

The experiments in Chapter 2 showed that a single systemic morphine injection
activates the reward pathways of the P7, P21 and adult rat to the same extent, such that
the percentage of dopaminergic (DAergic) cells co-expressing pERK was increased
from ~10% to ~30%, relative to control groups, at al three ages. This result proves that
the neonatal reward pathways are functional within the first week of life, and that
morphine will activate these pathways.

Systemic morphine injections repeated over 5 days produced an age-dependent response
in activation of dopamine cells. In the adult, the percentage of DA cells activated after
the 5™ injection was decreased to baseline/control levels, suggesting that the adults
develop cellular tolerance after repeated morphine challenge. However, the preweanling
animals continued to show increased DA cell activation in comparison with
baseline/control groups, suggesting that these young animals do not develop the same
level of cellular tolerance to morphine as the adult.

Analgesic tolerance, widely documented in the literature as a decrease in the effects of

morphine upon repeat administration (see Christie, 2008), was not measured in these
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experiments, although general sedation and analgesia were observed and recorded in

each age group after the final morphine dose.

Potential explanations for the different response to repeated morphine in preweanling
animals include suggestions that the young animal has immature tolerance systems
compared to those of the adult. For example, younger animals may not display
‘superactivation’ of the adenylyl cyclase signalling cascade after chronic morphine
(Avidor-Reiss et al., 1996), or may not have mature ‘anti-opioid’ systems that
downregulate opioid response in the adults (see Mao, 1999; Christie, 2008). A further
explanation suggests that the young animals have yet to develop mature functional
connectivity to prefrontal cortical areas, which can regulate the activation of the VTA in
the adult (see McCutcheon and Marinelli, 2009).

In summary, these results showed that rat pups have functional reward pathways in the
first week of life. As noxious stimulation during this time has lasting effects in the rat,
and nociception and reward processing are closely linked, this provides a strong
framework for the hypothesis that early pain will cause long-lasting shifts in reward

processing in the rat.

5.2 Chapter 3 — Early pain affects adult reward-related
behaviours

To investigate the long-term effects of neonatal pain on adult reward behaviours, rat
pups were subject to a repeated foot wound within the first three weeks of life. Thisisa
time window of rapid functional maturation in the pain system and a critical period
within which noxious stimulation causes long-lasting effects (see Fitzgerad, 2005;
Walker et a., 2009b). Adult reward behaviours were investigated using a novelty-
induced hypophagia (NIH) paradigm. Novelty-induced hypophagia refers to the
inhibition of feeding in the rodent resulting from exposure to a novel environment, and
the NIH arena designed for these investigations was a classic conflict paradigm, where
the animal had to overcome the inherent behavioural drive to stay ‘safe’ near the edges
of an aversive bright circular arena, in order to reach a palatable food treat placed in the
centre of the arena. Control experiments removing the food treats from the centre of the

arena confirmed that the treats were encouraging approach behaviours.
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Results showed that neonatally-injured females displayed a baseline decrease in
sensitivity to noxious stimulation, i.e. hypoalgesia, which is consistent with literature
showing that females are more vulnerabl e to the long-term effects of neonatal injury (La
Prairie and Murphy, 2007). However, at baseline NIH testing in adulthood, neither
males nor females displayed any atered exploratory behaviours in comparison to
anaesthetised controls. Neonatally-injured males were less likely to consume food
treats, suggesting that motivational drives, mediated by reward pathway activation, were
shifted in these animals. Overall, these experiments showed that early pain experience

did not alter baseline activity in reward pathways.

Re-injury in adulthood of a previously injured animal highlighted differences in reward
approach behaviours. Animals with a prior history of injury showed increased anxiety-
like behaviours in the NIH arena, as indexed by defecation and decreased rearing
behaviour. In addition, the number of approaches to the food treats and time spent
around them increased, suggesting that the motivational drive to approach the food
reward was higher in animals with a history of prior injury, despite the approach
inducing an anxiogenic state. These results are consistent with literature from animal
and human studies showing that the effects of neonatal injury are most pronounced after
are-injury later in life (Bhutta et al., 2001; Peters et al., 2005; La Prairie and Murphy,
2009).

Furthermore, these results show that a repeated neonatal injury can cause long-lasting
aterations in behaviour towards a reward in adulthood. This is, to date, the first
experimental data to explicitly investigate the effect of early pain on later reward
behaviours. Bhutta et a (2001) investigated the long-term effects of repeated formalin
injection upon adult pain thresholds, and found that alcohol preference and
amphetamine response was decreased in neonatally-inflamed animals, however, this
study did not investigate the effect of adult re-inflammation.
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5.3 Chapter 4 — A neurobiological correlate of reward-related

behaviours

The orexin system, originating in the lateral hypothalamus, has been heavily implicated
in reward and addiction due to its direct influence on the mesolimbic dopamine pathway
(Fadel and Deutch, 2002; Narita et a., 2006; see Aston-Jones et al., 2010). In Chapter 4,
the orexin system was identified as a candidate system to reflect the behavioural
changes seen in Chapter 3, and activation of orexin cells (seen via c-Fos expression)
was studied in animals after testing in the NIH arena.

Results showed that, in line with the behavioural results from Chapter 3, orexin cell
activation was the same as control activation levelsin animals with a history of neonata
foot wound when tested at baseline, but that this changed when the animals were re-
injured as adults. In re-injured adults, orexin cell activation upon NIH testing was
increased to around ~30%, doubling the activation. Furthermore, cell activation
correlated with behavioural outcome measures — rearing behaviour was negatively
correlated to orexin cell activation. This is consistent with literature investigating the
role of orexin in reward and addiction, showing the same correlative phenomenon
(Harris et al., 2005; Harris et al., 2007b; Aston-Jones et al., 2009).

Control experiments in the absence of food treats confirmed orexin signalling as
sensitive to food reward, as cell activation was decreased to baseline levels when food
treats were absent from the food bowl. Again, this decrease was correlated with
behavioural outcome measures, as rearing behaviour was positively correlated with
orexin cell activation, further confirming the orexin system as a neurobiological
substrate capable of reflecting reward behaviours. Other outcome measures such as
approach to the food reward and time spent around it did not show any correlations with
cell activation. Whilst Meaney et a (2001) showed that repeated maternal deprivation
as aneonate could cause increases in drug responses in the adult, thisis some of the first

datato explicitly link repeated neonatal pain to shiftsin adult reward seeking.

5.4 Discussion of possible mechanisms

The results described above show that a repeated injury during the neonatal period
causes changes in reward-related behaviours in adulthood, and that these atered
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behaviours are correlated with changes in activation of neurobiological systems
involved in processing reward and addiction. Possible mechanisms involved in

mediating these changes are presented below.

To begin, repeated injury within the neonatal period results in excessive afferent input
from the periphery to the brain, through pathways that are not yet fully mature (see
Fitzgerald, 2005). This excessive nociceptive input causes long-term alterations in pain
sensitivity (see Grunau et a., 2006) by a variety of potential mechanisms. Neonatal skin
wounds and inflammation cause excessive sprouting of nociceptor nerve terminals in
the dorsal horn of the spina cord, both of which contribute to enhanced excitability of
spina nociceptive circuits and therefore an increased pain response upon re-injury
(Ruda et a., 2000; Walker et al., 2003b). Neonatal injury also causes changes in adult
spinal cord gene expression (Ren et al., 2005), developmentally-mediated shifts in
excitatory spinal cord transmission (Li et a., 2009), and expansion of receptive field
size of dorsal horn neurons (Ririe et a., 2008), al of which could lead to enhanced
neuronal excitability in neonatally injured adult animals that would help to explain the

hypersensitivity of the nociceptive system to painful stimuli.

Central senditisation may be initiated by neonatal inflammation, whereby spinal
noci ceptive neurons are sensitised by peripheral tissue damage, leading to continued and
enhanced spinal pain transmission. This is suggested to share similar mechanisms to
long-term potentiation (LTP) in higher brain regions, in that insertion of AMPA
receptors and ‘unmasking' of previoudly ‘silent’ NMDA synapses strengthens synaptic
connectivity and could in turn further increase nociceptor excitability (see Ji et al.,
2003). In addition to the immature balance between excitatory and inhibitory spinal
processing (see Fitzgerald, 2005) and immature descending inhibitory pathways before
three weeks of life in the neonatal rat (Fitzgerald and Koltzenburg, 1986; Hathway et
al., 2009), all of these factors could strongly influence developing nociceptive circuitry
and cause the changes in pain response seen in these experiments that persist well into
adulthood.

Alterations in pain sensitivity in adulthood after neonatal injury are also speculated to
involve upregulation of endogenous opioidergic tone in areas involved in descending

modulation of pain — La Prairie and Murphy (2009) suggest that repeated injury may be
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causing tonic opioid release within the PAG, aimed at dampening consistent spina
nociceptive signalling. The complex link between opioid and dopamine signalling could
therefore mean that chronic increases in opioid release affect dopamine signalling. For
example, the balance of tonic and phasic dopamine release can be atered by stress,
meaning that subsequent phasic dopamine release upon rewarding stimuli is attenuated
and dopaminergic responses atered (see Wood, 2006). It is possible that repeated
neonatal surgery, which isinherently stressful, is aso altering dopaminergic tone in the
developing organism.

The upregulation of endogenous opioids, produced by repeated neonatal surgery, could
‘reset’ the level of descending control during a critical period of development, and is
suggested to persist into adulthood (La Prairie and Murphy, 2009). This resetting could
explain the baseline decreases in sensitivity i.e. hypoalgesia seen in both animals and
humans with a history of injury (Ren et a., 2004; Hermann et al., 2006; see La Prairie
and Murphy, 2010) - as endogenous opioid levels are raised, a net overall inhibition of
spinal nociceptive processing results. In addition, a blunted stress response within the
hypothalamic-pituitary-adrenal (HPA) axis is seen in the adult after neonatal stress,
which could contribute to decreased baseline pain sensitivity (Nunez et al., 1996).
Furthermore, the stress of early injury could cause increases in tonic dopamine release,
which inhibit phasic dopamine responses to external stimuli, producing a dampened

dopaminergic response system.

Changes in nociceptive circuitry (such as increased afferent input to the dorsal horn of
the spinal cord and hyperinnervation of wounded skin, described above) induced by
repeated neonatal injury lead to a system that is sensitised to respond when a new insult
occurs, resulting in exaggerated hyperalgesic behavioura responses to a new injury (see
Fitzgerald, 2005). Excessive hyperalgesia is seen in both animals and humans upon a
later re-injury (Peters et al., 2005; Walker et a., 2009b; Taddio et al., 2009). In addition,
if phasic dopamine release is decreased in neonatally injured animals due to tonic stress-
related dopamine release during infancy, then it is possible to speculate that
motivational drives for reward will be increased in these animals, in order to
compensate for a dampened phasic dopaminergic response to reward. This speculation
is supported by evidence from this thesis that orexin cell activation upon presence of a

food reward is greater in previously injured animals when re-injured as adults, as well
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as evidence that the orexin system is directly linked to reward motivation and activation
of the dopaminergic system (Narita et a., 2006; Borgland et a., 2009).

Baseline hypoalgesia

TT afferent input to DH
Opioids + HPA tone + tonic DA

TT DH RF size = spinal inhibition +ll phasic DA

(_Q%_’ TT local skin innervation /
FW x 3 TT endogenous opioid tone
/A/ unbalanced \ Hyperalgesic response to re-injury

tonic/phasic DA

altered setting
I of descending

control ll phasic DA ‘TT compensatory reward drives

TTafferent input >  hyperalgesia

Figure 5-1 — A schematic diagram to represent possible mechanisms of the long-term effects of
repeated neonatal foot wound (FW x 3) on adult behaviours. Repeated injury causes changes in
spinal nociceptive circuitry, alterations in endogenous descending control, and a possible stress-
induced imbalance in tonic/phasic dopamine release. At baseline in adulthood, hypoalgesia results
duetoincreased circulating opioids, a blunted HPA response, and higher tonic levels of dopamine,
leading to net decrease in spinal excitability. Upon re-injury, increased spinal afferent input leads
to behavioural hyperalgesia. In addition, decreased phasic DA release, in turn caused by enhanced
tonic release, causes an increase in compensatory motivational drives, reflected in increased reward

drivesin previously injured animals.

5.5 Speculating on the link between reward behaviours and
orexin activation

Whilst the mechanisms that could be involved in causing altered reward behaviours are
outlined above, the precise linkage between behavioura results and activation of the
orexin system observed in this thesis remain unclear at this point. In this section, |
speculate as to how the results presented in chapters 3 and 4 are related and how they fit

into amodel of early pain experience-dependent reward behaviours.

Cheerios have been shown to be driving behaviour, as removing them decreases
approach behaviours (fewer central zone entries and less time spent around the food

bowl) compared to when Cheerios are present. That the most obvious behavioural
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differences are seen in the neonatally-injured animals when re-injured as adults
(‘FW+FW'’ animals) suggests that these animals have, as described above, aterationsin
spinal and supraspinal nociceptive processing that influences adult responses to pain.
These animals may also show disturbed HPA axis regulation (see Grunau et a., 2006)
and therefore be more anxious, as indexed by increased defecation and decreased
rearing behaviours. However, these animals aso display increased time spent around
the central food bowl which could explain the decrease in rearing behaviours, as
animals are engaged in contemplating the consumption of the palatable food reward
instead of exploring the arena. The fact that animals do not eat more Cheerios than

controls during NIH testing is puzzling.

Another possibility is that these FW+FW animas are incapable of making clear
decisions regarding a reward. In the presence of Cheerios, the animal is exposed to a
true conflict situation - to avoid the open, aversive environment, or to approach the
palatable reward. This faulty decision-making could be related to the shifted nociceptive
processing seen, and is based upon the linkage of the pain and reward networks and the
possible concept of an overlap in the critical period in development of reward pathways
and of nociceptive pathways such that early nociceptive interference affects both later
pain and reward processing. The results from Chapter 2 showing a lack of tolerance to
morphine in young animals supports the suggestion of immature prefrontal connectivity
at this age, as does research showing that medial prefrontal cortical connectivity, which
is crucial for decision-making, is immature in preweanling animals (see McCutcheon
and Marinelli, 2009), which matches the critical period suggested for pain processing
(LaPrairie and Murphy, 2009; Walker et al., 2009b).

The correlations between rearing and orexin cell activation are intriguing and not easily
explained. When the Cheerios were present, a negative correlation was seen i.e. the
greater the rearing, the less the orexin cell activation. It could be that the less anxious
animals are rearing more frequently and therefore their motivational drives lie with
exploration of the aversive environment rather than contemplation of the food reward.
Rearing in this cohort of FW+FW animals was generally decreased compared to
controls which suggests that under normal circumstances (i.e. non re-injured animals)
rearing and exploration is inherently rewarding, which is in line with literature on

exploration as rewarding for an animal (see Hughes, 2007) and supports the speculation
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that these animals display faulty reward-related decison-making. The lack of
correlations between orexin activation and any other outcome measure was unexpected,
and could be due to small group numbers, large variability within groups, and the
inherent difficulties in interpreting the meaning of behavioural outcome measures in

animal experiments (Stanford, 2007b).

When Cheerios were absent, rearing behaviour was generaly increased in the
‘FW+FW’ group, as animals engaged in more exploratory behaviours and spent less
time around the central zone. Under these circumstances, the greater the orexin cell
activation the greater the rearing behaviour, so it could be argued that when the food
reward was absent, exploration was in itself rewarding. This provides further support
that animals within the FW+FW cohort are less capable of making decisions relating to
a specific palatable reward, as the presence of Cheerios reward showed an inverse

correlation to rearing behaviour.

However, at this point, these suggestions are speculative only, and would need further
investigation and careful experimental design to fully elucidate the links between
reward behaviours and neurobiological activation in the adult after repeated neonatal

injury.

5.6 The Motivation-Decision model

The behavioural results can also be viewed in the light of Fields' Motivation-Decision
model (2006). The motivation-decision model states that the decision to respond to a
stimulus is based upon the premise that anything that is potentially more important for
survival than pain should exert anti-nociceptive effects. In the case of testing in the NIH
arena, animals that have been injured as adults display anti-nociceptive effects, as they
show greater behavioural responses to reward than animals with no adult injury, despite
a recent foot wound. This suggests that nociceptive events (i.e. ongoing input from
primary afferent nociceptors) are being ignored, and the more salient event (i.e.
presence of the food treats) is being attended to. In the absence of food, the motivation

to explore becomes the more salient behavioural drive.

The motivation-decision model is based on the reward/cost decision by classic brain
‘reward’ associated areas, and the resulting behaviour to pain dictated by opioidergic
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descending modulation (Fields, 2004; 2006). Results from the literature and from the
experiments presented in this thesis suggest that early repeated injury affects
opioidergic tone (La Prairie and Murphy, 2009) and shifts orexin-mediated reward
pathway activation (Chapter 4), resulting in altered behaviours towards reward in
adulthood and a system primed to respond to further painful stimuli (Chapter 3; Walker
et a (2009b)). This data extends the motivation-decision model, as pain experienced
during vulnerable periods of development takes on a more salient motivating role in
adulthood, in order to promote survival. The increased saliency of nociceptive input is
reflected in the enhanced hyperalgesia to an adult injury. Motivation for a reward
becomes accordingly increased when pain becomes more salient, and is reflected herein
an increased motivationa drive to approach food reward, decrease in exploratory
rearing, plus corresponding orexin system activation, seen in the previousy injured

animals.

Interestingly, evidence to support the motivation-decision model is found in work on rat
pups younger than ten days old, as Kehoe and Blass (1986d) found that distress upon
maternal separation produced analgesia to a noxious stimulus, suggesting that the
motivating survival drive of behavioura distress i.e. ultrasonic vocalisation, over-rides
pain responses, as the model predicts. This also supports Fields assumption that the
‘decision’ to respond to stimuli is mainly unconscious (Fields, 2004; 2006), as rat pups
in the first week of life do not have functionally mature prefrontal connectivity (see
McCutcheon and Marinelli, 2009) and are arguably not conscious of their behavioural
drives. This in turn fits with data showing that sucrose ‘analgesia in young rats is
mediated by the brainstem i.e. does not require a cerebral cortex (Anseloni et a., 2005).

5.7 Further work

The results from the experiments in this thesis provide intriguing evidence on the long-
term effects of repeated early pain on reward function in the adult. However, further
work is necessary to confirm these results and to clearly elucidate the mechanisms
causing these resullts.

Firstly, it would be interesting to repeat the experiments using a classical reward
paradigm, such as conditioned place preference, as competing motivationa drives (i.e.
approach/avoidance of the food reward) add complexity to the interpretation of
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behaviour within the NIH arena. It would also be interesting to see if repeated neonatal
pain affected intracrania self-stimulation and/or intracranial self-administration of drug
in apart of the brain critical for reward processing, for example the nucleus accumbens.
These experiments could provide robust evidence for the effect of early pain on reward
processing. In addition, the effect of repeated morphine administration during infancy
upon adult reward behaviours would be an interesting avenue of research, to model the
clinica situation where morphine is routinely used as an analgesic and for sedation
(Anand, 2007).

Ultimately, basic pain research is amed at reducing pain in humans. To transfer the
research described in this thesis to the clinic, longitudinal studies of human infants and
the long-term consequences of neonatal pain on attitude towards a reward would be
necessary. Currently, much research is underway to study neonatal pain mechanisms,
but longitudinal research on children and adults with prior pain history is still relatively
rare. Difficulties with longitudinal studies include the fact that clinical records from
infancy are incomplete, or not available. However, newer cohorts of post-NICU
children such as the UK EpiCure cohort come complete with more comprehensive
clinical notes, and therefore provide the basis for helpful epidemiological studiesin the
future (Wood et al., 2005; Walker et a., 2009a). Over the years, it would be interesting
to monitor children in these cohorts for drug abuse and/or addiction problems, and more
subtle reward-related dopaminergic personality traits such as sensation-seeking and
extroversion. In addition, existence of these cohorts provides researchers with many
potential candidates for imaging studies, using techniques such as fMRI to investigate
BOLD responses to pain and reward, or positron emission tomography (PET) to
investigate dopamine receptor binding in adulthood. Both of these have been used to
study adult pain and reward responses, but have not yet investigated the consequences
of pain during childhood (see Leknes and Tracey, 2008; Volkow et a., 2009).

A magjor challengeif these results are to be tested in infants would be to find an outcome
measure of reward in young infants. The question of how to measure a subjective
‘reward’ in young infants is confounded by both technical and ethical difficulties, but
the quality of the infant-caregiver bond might provide insights into reward processing in
young children. Infant attachment i.e. the bond between offspring and primary caregiver

(usually the mother) is rewarding for both child and mother (Bowlby, 1978; Insd,
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2003). Animal studies have shown that separation causes distress in young rat pups and
is mediated by opioid signalling (Kehoe and Blass, 1986d; Blass et a., 1987). Mu
opioid receptor knock-out mouse pups develop disordered attachment to the dam
(Moles et al., 2004), and mice lacking the dopamine B-hydroxylase gene fail to nurture
their offspring (see Pamiter, 2008). In humans, activation of the mesolimbic dopamine
pathway from the VTA is seen in mothers when viewing their infants (Noriuchi et al.,
2008), and human imaging studies have begun to identify a neurobiological substrate
for infant attachment, based in reward processing areas such as the nucleus accumbens,
VTA and media prefrontal cortices (see Parsons et a (2010) for a comprehensive
review). The attachment of infant to mother lasts throughout life, and can affect adult
relationships, self-esteem, response to stress and mental health in later life (see Rees,
2005).

Attachment style and quality have been linked to pain experience in humans, with
disordered attachment styles linked to chronic pain and problems in coping with pain
(Porter et a., 2007). For example, chronic pain patients with high levels of avoidant
attachment self-scored pain intensity more highly, and patients with fearful attachment
styles displayed increased levels of pain catastrophising (Ciechanowski et a., 2003;
Meredith et a., 2006a). In volunteers with no history of chronic pain, acute pan
induced by the cold-pressor test (which involves holding the arm in iced water for as
long as possible) was scored as less intense, less anxiogenic and more personally
controllable in subjects with secure attachment styles (Meredith et al., 2006b).

The suggestion of attachment as rewarding, together with evidence on the effect of
attachment style on pain experience, produced the idea that monitoring the infant-
caregiver attachment upon a painful stimulus (i.e. routine immunisation), information

regarding reward processing in young children could be gleaned.

5.8 Summary and conclusions

To summarise, this thesis aimed to test the hypothesis that repeated pain during early
infancy can cause long-term changes in adult reward sensitivity. Studies that performed
repeated foot wound surgery to neonatal rat pups showed that reward behaviours were
different in the adult animal when the animals received a new injury. These behavioura
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differences were reflected in activation of the orexin system, providing a neura
substrate for reward behaviours. Testing the integrity of early reward pathways with
morphine showed the functionality of reward signalling in the first week of therat’slife,
but illustrated quantitatively different responses after repeated morphine in comparison
to the adult, suggesting that, similar to nociceptive processing, reward processing does
not reach maturity until the third week of postnatal life.

The existence of a critical period of nociceptive development, plus the extensive overlap
between reward and pain processing, suggests that reward pathways may also be
vulnerable to interference during this period. In turn, this could inform clinical practice,
enabling more appropriate treatment of infants exposed to repeated painful procedures
during early life, and helping to minimise the long-term consequences of early pain on

both later pain sensation and reward processing.
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6 Appendix 1 - SOLUTIONS

6.1.1 Phosphate buffers

All are based on dilutions of 0.2M phosphate buffer (pH 7.4), made in the following
manner (for a5L yield):

4,050ml 0.2M Na,HPO, (28.4g/L dH,0)

950ml 0.2M NaH,PO, (27.6g/L dH,0)

6.1.1.1 0.2M

1:1 dilution with dH,O of 0.2M phosphate buffer - i.e. for 1L, add 500ml dH,O to
500ml 0.2M PB.

6.1.1.2 0.01M
Dilution of 0.1M PB - i.e. for 1L, add 100ml 0.1M PB to 900ml dH,O.

6.1.1.3 0.6M PB (for perfusions)

For 5L stock:
1.2L NaH,PO4 (dissolve 99.34g in 1.2L dH,0)
4.21. NapHPO, (dissolve 357.7g in 4.2 dH,0)

6.1.2 TTBS

Tomake 1L:
3ml Triton X100 (Sigma Aldrich, Steinheim, Germany)
50ml 1M Tris solution (Sigma Aldrich, Steinheim, Germany)
8.7g NaCl (Fisher Scientific, Leicester, UK)

6.1.3 PEA

To make 5L stock 12% PFA:
500g PFA powder (Fisher Scientific)
4.166L dH,O
~few ml NaOH
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To make 1L 4% PFA immediately prior to perfusion:
333ml 12% stock PFA
167ml 0.6M PB
500ml dH,O

Add 50ml NaF if staining for pERK.

6.1.4 Sucrose and azide

Add 5% or 30% (w/v) to 0.1M PB. Add 1ul/ml 20% sodium azide. For example:

6.1.4.1 30%

1L 0.1MPB
300g saccharose (VWR, Leuven, Belgium)

1ml azide

6.1.4.2 5%

1L 0.1MPB
50g sucrose

1ml azide

6.1.5 Blocking serum

300ul serumii.e. horse, goat, etc

300pl 10% Triton X-100

both per ml 0.1M PB
For DAB staining, add 200u! hydrogen peroxide ~30% solution (VWR, Leuven,
Belgium) per ml 0.1M PB.
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7 Appendix 2 - Chapter 2: Graphing the time course of
reward behaviours

The results presented below describe the time course of behaviours either over the
course of 5 days post-surgery (sensory testing), or during the 15 minute testing period in
the NIH arena, split for gender.

Sensory testing
Mechanical withdrawal thresholds — 5 day time course

Male

There are no significant differences (2-way ANOVA) in mechanical withdrawal
threshold between ipsilateral and contralateral foot, nor between treatment group (foot
wounded and anaesthesia), in adult males at baseline.
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Graph 7-1- A line graph to show how male mechanical withdrawal thresholds change from
basdineat 1, 2 and 5 days after a single adult foot wound. Both injured (ipsi) and uninjured
(contra) paws are shown for previously injured (M FW) and uninjured (M AN) animals. TheY
axisisalogarithmic scale asthe vFh increase in force (in grams) between each hair number is
logarithmic. Per centage change from baseline was plotted to show changesin sensitivity more
clearly. M FW n=3, M AN n=3.

Female

After the adult females are exposed to a single foot wound, mechanical withdrawal
thresholds do not change significantly over the course of 5 days post-injury (2-way
Repeated measures ANOV A). However, Graph 7-2 shows atrend for the ipsilateral paw
in the FW animal to decrease from baseline, i.e. withdrawal threshold to decrease; and
the contralateral paw to increase from baseline i.e. withdrawal threshold to increase.

Both pawsin the AN animals appear to stay around baseline levels.
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Graph 7-2 - A line graph to show how female mechanical withdrawal thresholds change from
basdineat 1, 2 and 5 days after a single adult foot wound. Both injured (ipsi) and uninjured
(contra) paws are shown for previoudly injured (M FW) and uninjured (M AN) animals. TheY
axisisalogarithmic scale astheincreasein force (in grams) between each von Frey hair is
logarithmic. Per centage change from baseline was plotted to show changesin sensitivity more
clearly. F FW n=3, F AN n=3.

Thermal withdrawal thresholds — 5 day time course

Male

Graph 7-3 shows the time course of changes in thermal withdrawal thresholds after a
single adult foot wound. Genera trends show that the ipsilateral paws of both
previously injured and uninjured animals show a drop in threshold, i.e. their sensitivity
increases, until the thresholds return towards baseline levels at day 5 post-surgery.
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Graph 7-3— A line graph to show that thermal withdrawal thresholds change after single adult
injury. 1) Thereisasignificant decrease in threshold in the AN animal’sipsilateral paw one day
after injury; 2) Thereisa significant increase between days2 and 5in the AN contralateral paw’s
threshold and 3) thereisa significant increase between days2 and 5in the FW ipsilateral paw’s
threshold (p<0.05 for all; 2-way Repeated measures ANOVA with Bonferroni’s post-tests). M FW
n=3, M AN n=3.
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Female

Genera trends show that the FW ipsilateral paw shows a drop in threshold i.e. an
increase in sensitivity after adult foot wound that begins to return to baseline by 5 days
post-injury. The contralateral paw and both paws in the AN animals show a significant
increase in threshold over 5 days (p<0.05; 2-way Repeated measures ANOVA with
Bonferroni’ s post-tests).
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Graph 7-4 — A line graph to show that thermal withdrawal thresholds change after single adult
injury. Thearrow indicatesthat the AN ipsilateral paw’sthreshold is significantly higher at day 5
than at all other time points (p<0.05; 2-way Repeated measures ANOVA with Bonferroni’s post-

tests). Thelower line and asterisk show that the FW ipsilateral paw’sthreshold is significantly

lower at day 2 than at baseline (p<0.05; 2-way Repeated measures ANOV A with Bonferroni’s post-
tests). F FW n=3, F AN n=3.

Baseline behavioural testing

The graphs below describe behaviour in the novelty-induced hypophagia test in animals
with or without a history of neonatal injury. Graphs describe the time course of
behaviours during the 15 minute test period, separated into 5 minute time bins. M FW
group n=19, M AN group n=13, F FW group n=19, F AN group n=11.

Exploratory behaviours: Rearing, central zone entries, and

percentage of time spent in the central zone
Number of rears decrease over thetesting period

Males

Graph 7-5 shows how rearing significantly decreases over the 15 minute testing period
(p=0.028; 2-way Repeated measures ANOV A with Bonferroni’ s post-tests). There were
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no differences at any time point between the injured and uninjured groups at any time
point (Multivariate ANOVA).
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Graph 7-5—aline graph to show the number of rearsthat male foot wounded and anaesthesia-only
animals perfor med, time-binned into 5 minutes bins. * p=0.028; 2-way Repeated measures ANOVA

with Bonferroni’s post-tests.

Females

The number of rears that injured females made significantly decreased over the testing
period (p=0.006; 2-way Repeated measures ANOVA with Bonferroni’s post-tests).
There were no significant differences between treatment groups (Multivariate
ANOVA). Graph 7-6 illustrates this data:

35+ **

= FFW
&~ FAN

Number of rears

15 T

05 510 10-15
Time bin (minutes)

Graph 7-6 — A line graph to show the number of rearsthat female foot wounded and anaesthesia-
only animals performed, time-binned into 5 minutes bins. **p=0.006; Repeated measures ANOVA
with Bonferroni’s post-test.

Central zone entries decrease over thetesting period

Males

The number of entries that the anaesthesia group made into the central zone decreased
significantly over the 15 minute time period (p=0.009; 2-way Repeated measures
ANOVA with Bonferroni’s post-tests). There is a trend for the injured group to show
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fewer entries, but this was not significant. There were no significant differences
between injured and uninjured animals (Multivariate ANOVA).
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Graph 7-7 —aline graph to show the number of central zone entriesthat male foot wounded and
anaesthesia-only animals perfor med, time-binned into 5 minute bins. ** p=0.009; 2-way Repeated

measures ANOV A with Bonferroni’s post-tests.

Females

The number of central zone entries drops over the testing period in both injured and
uninjured females (F FW: p=0.001, F AN: p=0.009; 2-way Repeated measures ANOVA
with Bonferroni’s post-tests). There were no differences between treatment group
(Multivariate ANOVA).
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Graph 7-8 — A line graph to show the number of central zone entriesthat female foot wounded and
anaesthesia-only animals perfor med, time-binned into 5 minute bins. **p=0.009; 2-way Repeated

measures ANOV A with Bonferroni’s post-tests.

Time spent in central zoneincreases over thetesting period

Males

The time that the injured animals spent in the central zone increased between the first
and last time bins (p=0.037; 2-way Repeated measures ANOV A with Bonferroni’ s post-
tests). There was no significant difference between treatment groups (Multivariate
ANOVA).

221



Appendix 2

35+
304
25+

- MFW
&M AN

~ 204
o
o
=~ 154

104

Time in central zone
%

L) L) L)
0-5 5-10 10-15
Time bins

Graph 7-9 —aline graph to show how male injured and anaesthesia-only animalsincrease their
per centage of time spent in the central zone of the NIH arena over the 15 minute testing period.

*p=0.037; 2-way Repeated measures ANOV A with Bonferroni’s post-tests.

Females

The time that the injured femaes spent in the central zone does not significantly
increase over the testing period (2-way Repeated measures ANOVA). There was no
significant difference between treatment groups (Multivariate ANOVA).
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Graph 7-10 — A line graph to show the per centage of time spent female animals spent in the central

zone of the NIH arena in each time bin of the 15 minute testing period.

Appetitive behaviour
Thenumber of Cheerios eaten differs between time bin

Males

The number of Cheerios eaten was time-binned. The results show that there is a
difference between FW (n= 12) and AN (n=10) groups in the 10-15 minute time bin
(p<0.05, 2-way Repeated measures ANOV A with Bonferroni’ s post-tests).

Graph 7-11 aso shows that there is a difference in the number of Cheerios eaten
between the 0-5 and both 5-10 and 10-15 time bins for both injured and uninjured
animas (M FW: 0-5 vs. 5-10, p<0.001, 0-5 vs. 10-15, p<0.01; M AN 0-5 vs. 5-10,
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p<0.01, 0-5 vs. 10-15, p<0.001; 2-way Repeated measures ANOVA with Bonferroni’s
post-tests).
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Graph 7-11 — A line graph to show how the number of Cheerios eaten differ s between time bins.
Thelines above the graph show the data from the male FW group only, although the AN group also
show similar differences. *p<0.05; **p<0.01; ***p<0.001; 2-way Repeated measures ANOVA with

Bonferroni’s post-tests

Females

The time that the injured females (n=16, F AN n=10) spent in the central zone does not
significantly increase over the testing period (2-way Repeated measures ANOVA).

There was no significant difference between treatment groups (Multivariate ANOVA).
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Graph 7-12 — A line graph to show the per centage of time spent female animals spent in the central
zone of the NIH arena in each time bin of the 15 minute testing period.

The effect of single acute foot wound in adulthood on reward

related behaviours in animals with no prior history of injury

The graphs below describe behaviour in the novelty-induced hypophagia test in animals
with or without a history of neonatal injury. Graphs describe the time course of
behaviours during the 15 minute test period, separated into 5 minute time bins.
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Exploratory behaviours - rearing, central zone entries, and

percentage of time spent in the central zone
Rearsare decreased in adult-injured animals compar ed to controls

Males
Graph 7-13 illustrates how male animals that receive a single adult foot wound (n=14)

rear less than those with a similar background (repeated neonatal anaesthesia, n=13).
This effect is significant in the 5-10 minute time-bin (p=0.016; Multivariate ANOVA
with Tukey’s HSD post-tests). Animals that are acutely injured in adulthood show a
drop in rearing over the first ten minutes (as shown by the arrow, p<0.01) that is till
significantly lower by 15 minutes (indicated by the line and asterisk at the bottom,
p<0.05; both from Repeated measures ANOVA with Tukey's Multiple Comparison
Test).
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Graph 7-13 — A line graph to show rearing behaviour in each time bin, in males after a single adult
foot wound in animalswith no history of prior injury. Thearrow and line below the graph are
explained in thetext. *p<0.05; **p<0.01; Repeated measures ANOVA with Tukey’s Multiple
Comparison Test

Females

Graph 7-14 illustrates how female animals that receive an adult foot wound (n=13) rear
less than those with a similar background (repeated neonatal anaesthesia, n=11). This
effect is significant in the 0-5 and 10-15 minute time-bins (0-5: p=0.002; 10-15:
p=0.013; Multivariate ANOV A with Tukey’'s HSD post-tests).
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Graph 7-14 - A line graph to show rearing behaviour in each time bin, in females after a single
adult foot wound in animalswith no history of prior injury. *p<0.05; **p<0.01. Multivariate
ANOVA with Tukey’sHSD post-tests.

Central zone entries decrease over thetesting period

Males

Graph 7-15 shows how rearing behaviour decreases over the 15 minute testing period in
males with no history of injury (p<0.05 to p<0.001; Repeated measures ANOVA with
Tukey's Multiple Comparisons Test). There were no differences between treatment
groups (Multivariate ANOVA).
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Graph 7-15— A line graph to show central zone entriesin each time bin of the testing period, in
males after a single adult foot wound. *p<0.05; **p<0.01; ***p<0.001; Repeated measures ANOVA
with Tukey’s M ultiple Comparison Test.

Females

Central zone entries decrease between time bins over the testing period. This is a
significant decrease (p<0.05 to p<0.001; Repeated measures ANOVA with Tukey’'s
Multiple Comparisons test). There were no differences between treatment groups
(Multivariate ANOVA).
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Graph 7-16 - A line graph to show central zone entriesin each time bin of thetesting period, in
females after a single adult foot wound. Significant differences are shown for the F AN+FW group
only, although the F AN group showed a similar significant decrease over thetotal 15 minutetest
session (*p<0.05; **p<0.01; ***p<0.001. Repeated measures ANOVA with Tukey’sMultiple
Comparison Test).

Per centage of time spent in central zone increases during the testing

period

Males

Graph 7-17 shows that the amount of time spent in the central zone increases after the
first 5 minute time bin, but this is only a significant increase in the AN+FW group
(p<0.01; Repeated measures ANOV A with Tukey’s Multiple Comparisons Test). There
were no significant differences between treatment groups (Multivariate ANOVA).
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Graph 7-17 — A line graph to show the amount of time males spent in the central zone in each time
bin of thetesting period, in males after a single adult foot wound. **p<0.01; Repeated measures
ANOVA with Tukey’s Multiple Comparison Test.

Females

Female animals that received a single adult foot wound spend more time in the central
zone, in comparison to animals with the same background (repeated neonatd
anaesthesia) that were not injured as adults (5-10 minute time bin: p=0.007; 10-15
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minute time bin: p=0.001; Multivariate ANOVA with Tukey’s HSD post-tests). The
females that were injured as adults (F AN+FW) show an increased amount of time in
the central zone over the 15 minute testing period (p<0.05 to p<0.001; Repeated
Measures ANOVA with Tukey’'s Multiple Comparisons Test), which was not seen in
the uninjured control group (F AN).
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Graph 7-18 — A line graph to show the amount of time females spent in the central zone in each
time bin of the testing period, in females after a single adult foot wound. Linesabove the graph
indicate *p<0.05; **p<0.01; ***p<0.001; Repeated M easures ANOVA with Tukey’s Multiple
Comparisons Test. Asterisks abovethe F AN+FW trianglesindicate **p=0.007; ***p=0.001;
Multivariate ANOVA with Tukey’s HSD post-tests.

Appetitive behaviours
Cheerios are eaten after thefirst 5 minutes of thetesting period

Males

Eating behaviour does not begin until 5 minutes of testing, as shown in Graph 7-19.
There were no significant treatment group differences (M AN n=10, M AN+FW n=12;
Multivariate ANOVA).
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Graph 7-19 - A line graph to show the Cheerios eaten per time bin in maleswith no prior history of
foot wound, after a single adult foot wound. Significant data shown for M AN+FW group only for
clarity, although the M AN group showed similar differences (***p<0.001.; Repeated measures
ANOVA with Tukey’s Multiple Comparisons Test).
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Females

Eating behaviour begins after 5 minutes, and increases over the 15 minute time period
in the adult injured femaes (F AN+FW: p<0.001; Repeated measures ANOVA with
Tukey’'s Multiple Comparisons Test). Injured females (n=10) eat significantly fewer
Cheerios than uninjured controls (n=13) in the 10-15 minute time bin (p<0.01; 2-way
Repeated measures ANOV A with Bonferroni post-tests).
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Graph 7-20 — A line graph to show the Cheerios eaten per time bin in femaleswith no prior history
of foot wound, after a single adult foot wound. Lines above the graph indicate ***p<0.001;
Repeated measures ANOVA with Tukey’sMultiple Comparisons Test. Asterisks above the F
AN+FW triangleindicate **p<0.01; 2-way Repeated measures ANOVA with Bonferroni post-tests.

Removing the food reward alters exploratory behaviours in males

and females with no history of injury

To investigate the effect that the presence of the food reward had in general on
exploratory behaviours, the Cheerios were removed from the central bowl and separate
litters of animals who received a single adult foot wound were tested. Genders are
grouped in the following results. M AN+FW Present n=14; M AN+FW Absent n=5; F
AN+FW Present n=13; F AN+FW Absent n=4.

Exploratory behaviours do not show the same increases or decreasesin

frequency when the Cheerios are absent.

Rearing behaviour is affected by the absence of Cheeriosin females

As dready reported, rearing in males decreases between time bins over the testing

period. This decrease is|ost when the Cheerios are removed.
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Removing the Cheerios has the effect of increasing rearing in the female animals at the
5-10 minute time bin (see Graph 7-21 — p=0.003; Multivariate ANOVA with Tukey’'s
HSD post-tests).
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Graph 7-21 — A line graph showing rearing behaviour in animals with no history of injury, when
Cheeriosare either present of absent. Rearing behaviour isincreased in females when the Cheerios
are absent. (M) and (F) refer to the gender of the effect, for both Present and Absent groups. (M)
*p<0.05; **p<0.01; Repeated measures ANOVA with Tukey’'s Multiple Comparisons Test. (F)
**p=0.003; Multivariate ANOVA with Tukey’sHSD post-tests.

Entries into the central zone do not decrease significantly when Cheerios are
absent.

As aready reported, the number of entries by males and females into the central zone
decreases between time bins over the course of the testing period. This decrease is not

significant when the Cheerios are absent.

e+ (P)

*%% (P’

15+ * (P)

" — —a— M AN+FW Present
.g T &M AN+FW Absent
£ 5o \ F AN+FW Present
o \I F AN+FW Absent
? I-. j\'
I I b
S 'y

9, T T T

0-5 5-10 10-15
Time bin

Graph 7-22 — A line graph showing that entriesinto the central zone decrease over thetesting
period in animalswith no history of neonatal injury. (P) refersto the significant resultsin the
presence of Cheerios. *p<0.05; **p<0.01; ***p<0.001; Repeated measures ANOVA with Tukey’s
Multiple Comparisons Test.

Percentage of time spent in the central zone does not increase over the testing

period, and is lower in females when Cheerios are absent.
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There are significantly fewer central zone entries by femalesin the final 5 minute time
bin when Cheerios are absent (p=0.031; Multivariate ANOV A with Tukey’s HSD post-
tests). As previously reported, the number of entries into the central zone increases
between the first and last time bins when Cheerios are present. Thisis not the case when

the Cheerios are absent (see Graph 7-23)
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Graph 7-23 — A line graph to show the effect of absence of Cheerios on percentage of time spent in
the central zone. (F) refersto significance in female animals only. (P) refersto significant resultsin
the presence of Cheerios. (P) *p<0.05; **p<0.01; ***p<0.001; Repeated measures ANOVA with
Tukey’s Multiple Comparisons Test; (F)*p=0.031; Multivariate ANOVA with Tukey’sHSD post-
tests.

Moving the food-bowl within the arena does not alter reward-related

behaviours in animals with no history of injury
The effect of moving the food-bowl from the centre to a less anxiogenic quadrant was
investigated. Litters of animals who received a single adult foot wound were tested with
the food-bowl in an ‘aternate quadrant’ close to the edge of the arena (see Methods)
and compared to the results from litters with the food-bowl in the centre. The central
zone was defined as circling the food-bowl, regardliess of its position. M AN+FW
Centra group, n=14; M AN+FW AltQuad group, n=3; F AN+FW Centra group, n=13;
F AN+FW AltQuad group, n=11.

Exploratory behaviours are minimally affected by the alternate

placement of the food-bowl

Rearing behaviour is not affected by the placement of the Cheerios

As previously shown, the number of male rears decreases over the recording period.
Thisis not significant in females, nor for groups where the food-bowl isin the alternate

quadrant.
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Graph 7-24 - A line graph showing rearing behaviour in animals with no history of injury, when
the Cheerios are moved to an alternate quadrant. (C) denotes significant resultswhen the Cheerios
are centrally placed. *p<0.05; **p<0.01; Repeated measures ANOVA with Tukey’sMultiple
Comparisons Test)

Central zone entries do not differ when the food-bowl is alternatively placed

As previously shown, the number of central zone entries decreases between time bins
over the total testing time for both genders. This trend is similar when the food-bowl is
in the alternate quadrant, but is only significant in females (p<0.01; Repeated measures
ANOVA with Tukey’s Multiple Comparisons Tests).
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Graph 7-25 — A line graph to show the number of central zone entriesin each time bin over the 15
minute testing period. (MC) refersto male results when the food-bowl was centrally placed; (FC)
refersto femalesresults when the food-bowl was centrally placed; (FAIt) refersto femaleresults

when the food-bowl wasin the alter nate quadrant. * p<0.05; **p<0.01; ***p<0.001; Repeated
measures ANOVA with Tukey’sMultiple Comparisons Test.

Percentage of central zone timeisthe same wherever the food-bowl is placed

The percentage of time spent in the central zone increases during the testing period.
This trend is not significant (except for females between the first 2 time bins) when the

food-bowl isin the aternate quadrant.
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Graph 7-26 — A line graph to show the per centage of time spent in the central zone when the
Cheerios are moved to an alternate quadrant. (M C) refersto maleresultswhen the Cheeriosare
centrally placed; (FC) refersto female resultswhen the Cheerios are centrally placed; (FAIt) refers
to female results when the food-bowl was in the alter nate quadrant. * p<0.05; **p<0.01;
***n<0.001; Repeated measures ANOVA with Tukey’s M ultiple Comparisons Test.

Appetitive behaviours

Cheerios eaten

The number of Cheerios eaten peaks in the 5-10 minute time bin, as previously shown.
This trend is the same when the Cheerios are moved within the arena, and there are no

significant differences between Cheerio placement groups (Multivariate ANOVA).
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Graph 7-27 — A line graph to show the number of Cheerios eaten per time bin over the test period.
(MC) refersto maleresultswhen the Cheerios are centrally placed; (FC) refersto femaleresults
when the Cheerios are centrally placed; (FAIt) refersto female results when the food-bowl wasin
the alternate quadrant. * p<0.05; **p<0.01; ***p<0.001; Repeated measures ANOVA with Tukey's
Multiple Comparisons Test.

The effect of re-injury to animals with a history of repeated
neonatal foot wounds on reward-related behaviours

The results presented in this section will describe the effect that a single adult foot
wound has on an animal with a prior history of surgery. Animas al had repeated
neonatal foot wound surgery within the first 21 days of life.
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As above, the behaviours were measured during a 15 minute testing period in the
novelty-induced hypophagia paradigm (see Methods); outcome measures have been
classified into anxiety-related measures (faeces and urine), exploratory behaviours
(rearing, central zone entries and time spent in central zone) and appetitive behaviours
(time to first Cheerio and total number of Cheerios); and were time-binned accordingly.
Genders have been analysed separately. M FW group, n=19; MFW+FW group, n=14; F
FW group, n=19, F FW+FW group, n=12.

Exploratory behaviours - rearing, central zone entries, and

percentage of time spent in the central zone

Rears are near-significantly decreased in males with a history of

neonatal injury

Males

Number of rears decreases over the testing period in the re-injured animals only
(p<0.001; Repeated measures ANOVA with Tukey’s Multiple Comparisons Test).
Males that were re-injured as adults (M FW+FW) reared near-significantly fewer times
in the 5-10 minute time bin compared to control animals (M FW) — p=0.06; Multivariate
ANOVA with Tukey’s HSD post-tests.
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Graph 7-28 — A line graph to show the number of rearsper time bin in maleswith a history of
neonatal repeated injury. ***p<0.001; Repeated measures ANOVA with Tukey’sMultiple

Comparisons Test.

Females

Number of rears decreases over the testing period in the uninjured-as-adult animals only
(p<0.01; Repeated measures ANOVA with Tukey’s Multiple Comparisons Test).

Females that were re-injured as adults (F FW+FW) reared significantly fewer timesin
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the first two time bins compared to control animals (0-5: p=0.016; 5-10: p=0.000;
Multivariate ANOVA with Tukey’s HSD post-tests).
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Graph 7-29 - A line graph to show the number of rears per time bin in femaleswith a history of
neonatal repeated injury. **(FW) referstoresultsin the FW group. **p<0.01; Repeated measures
ANOVA with Tukey’s Multiple Comparisons Test. Larger asterisksindicate treatment group
differences. *p=0.016; **p=0.000; M ultivariate ANOVA with Tukey’s HSD post-tests.

Central zone entries decrease during the testing period, regardless of

adult treatment

Males

The number of entries into the central zone decreased between time bins in re-injured
males only (p<0.05 to p<0.001; Repeated measures ANOVA with Tukey’s Multiple
Comparisons Test). There were no differences between treatment groups at any time
point (Multivariate ANOVA).
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Graph 7-30 — A line graph to show the number of entriesinto the central zone per time bin in males
with a history of repeated neonatal injury. *p<0.05; **p<0.01; ***p<0.001; Repeated measures
ANOVA with Tukey’'s Multiple Comparisons Test.
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Females

The number of entries in the central zone was significantly higher in the first two time
bins in females that were re-injured as adults (p=0.000 and p=0.012; Multivariate
ANOVA with Tukey’s HSD post-tests).

Central zone entries also decreased significantly over the testing period for both adult
uninjured and adult re-injured animals (p<0.05 to p<0.001; Repeated measures ANOV A
with Tukey’ s Multiple Comparisons Test).
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Graph 7-31 — A line graph to show the number of entriesinto the central zone per timebin in
femaleswith a history of repeated neonatal injury. (FW) and (FW+FW) refer to thetreatment
group. *p<0.05; **p<0.01; ***p<0.001; Repeated measures ANOVA with Tukey’'s Multiple
Comparisons Test. The larger asterisks denote treatment group differences: ***p=0.000; *p=0.012;
Multivariate ANOVA with Tukey’s HSD post-tests.

Per centage of time in the central zone increases further in re-injured

animalsthan controls.

Males

The percentage of time spent in the central zone increase between time bins, particularly
in males that were re-injured as adults (see Graph 3-30). There was a near-significant
treatment effect of adult re-injury on the central zone time percentage in the final 10-15
minute time bin (p=0.073; Multivariate ANOV A with Tukey’sHSD).
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Graph 7-32 — A line graph to show the per centage of time spent in the central zonein each time bin
for maleswith a history of neonatal injury. (FW) refersto adult-uninjured animals. (FW+FW)
refersto animalsthat werere-injured as adults. *p<0.05; **p<0.01; Repeated measures ANOVA
with Tukey’s M ultiple Comparisons Test).

Females

Females that were re-injured as adults spent significantly more time in the central zone
in the final time bin (p=0.007; Multivariate ANOV A with Tukey’s HSD).
The percentage of time spent in the central zone significantly increases between time

binsin females that were re-injured as adults.
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Graph 7-33 - A line graph to show the per centage of time spent in the central zone in each time bin
for femaleswith a history of neonatal injury. (FW+FW) refersto animalsthat werere-injured as
adults. *p<0.05; ***p<0.001; Repeated measures ANOVA with Tukey’s Multiple Comparisons
Test. Thelarger asterisk denotes a significant effect of treatment group. P=0.007; M ultivariate
ANOVA with Tukey’sHSD.

Appetitive behaviours
Cheerio consumption is not affected by an adult re-injury

Males

Cheerio consumption does not begin until the second time bin, and peaks in the 5-10

minute time bin. For both the uninjured (n=12) and injured (N=12) adults, there was a
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significant increase in Cheerio consumption after the first time bin and over the total
period (p<0.001 and p<0.01; Repeated measures ANOVA with Tukey’'s Multiple
Comparisons Test).
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Graph 7-34 — A line graph to show the number of Cheerios eaten per time bin in maleswith a
history of foot wound. ***p<0.001; **p<0.01; Repeated measures ANOVA with Tukey’sMultiple

Comparisons Test.

Females

Cheerio consumption significantly increases between time bins and over the total period
in both uninjured (n=13) and adult re-injured (N=11) femaes (p<0.0l; Repeated
measures ANOV A with Tukey’s Multiple Comparisons Test). There was no significant
effect of treatment (Multivariate ANOVA).
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Graph 7-35— A line graph to show the number of Cheerios eaten per time bin in femaleswith a
history of foot wound. **p<0.01; Repeated measures ANOVA with Tukey’s Multiple Comparisons
Test.

Removing the food reward does not alter exploratory behaviours in

males and females with a history of injury

To investigate the effect that the presence of the food reward had in general on
exploratory behaviours, the Cheerios were removed from the central bowl and separate
litters of animals with a history of foot wound that were re-injured as adults were tested.
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M FW+FW Present group, n=19; M FW+FW Absent group, n=5; F FW+FW Present
group, n=12; F FW+FW Absent group, n=4.

Exploratory behaviours —rearing, central zone entries and per centage

of time spent in central zone

Rearing behaviour is affected by the presence of Cheerios in females with a
history of injury

Females that were re-injured as adults showed an increased number of rears when the

Cheerios were absent (p=0.045; Multivariate ANOV A with Tukey’'sHSD post-tests).

The number of rears decreased over the testing period for both groups of males (p<0.01

to p<0.001; Repeated measures ANOV A with Tukey’s Multiple Comparisons Test).
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Graph 7-36 — A graph to show the number of rears of both gendersper time bin when Cheerios
were present or absent in animalswith a history of foot wound. (M) refersto resultsthat were
significant in males only **p<0.01; **p<0.001; Repeated measures ANOVA with Tukey’sMultiple
Comparisons Test. The larger asterisk refersto resultsfor females only (F)*p=0.045; Multivariate
ANOVA with Tukey’s HSD post-tests.

Central zone entries are not affected by the presence or absence of Cheeriosin
animalswith a history of injury.
The number of entries into the central zone decreased between time bins. This effect

was similar for all groups, regardiess of the presence of Cheerios.
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Graph 7-37 — A line graph to show the number of central zone entries per time bin when Cheerios
are present/absent in animals of both gender with a history of neonatal repeated injury. (M) or (F)
refer to gender, (Pr or Ab) refer to presence of absence of Cheerios. *p<0.05; **p<0.01;
***n<0.001; Repeated measures ANOVA with Tukey’s Multiple Comparisons Test).

Percentage of time spent in the central zone does not show any increase over

the testing period when the Cheerios are removed

The percentage of time spent in the central zone increases in both genders during the
testing period, as previousy shown. This effect is lost in both genders when the
Cheerios are removed.
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Graph 7-38 — A graph to show the percentage of time spent in the central zone per time bin for both
gendersin animalswith a history of repeated foot wound. (M) and (F) refersto the gender of the
result. (Pr) refersto theresult in the presence of Cheerios. **p<0.01; ***p<0.001; Repeated
measures ANOVA with Tukey’s M ultiple Comparisons Test).

Moving the food-bowl within the arena slightly alters reward-related
behaviours in animals with a history of foot wound

The effect of moving the food-bowl from the centre to a less anxiogenic quadrant was
investigated. Litters of animals with a history of foot wound that were re-injured as
adults were tested with the food-bow! in an ‘aternate quadrant’ close to the edge of the
arena (see Methods), and compared to results from litters with the food-bowl in the
centre. The central zone was defined as circling the food-bowl, regardless of its
position. Genders are grouped in the following results. MFW+FW Centre n=14;
MFW+FW AltQuad n=10; F FW+FW Centre n=12; F FW+FW AltQuad n=5.

Exploratory behaviours —rearing, central zone entries and percentage

of time spent in central zone

Rears are not affected by the placement of the food-bowl in animals re-injured

as adults
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As described previously, the number of rears that males perform decreases over the 15
minute testing period. This trend is the same for males when the bowl is in the alternate
guadrant (p<0.05; Repeated measures ANOVA with Tukey’'s Multiple Comparisons
Test). Thereisno effect on female rearing behaviour.
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Graph 7-39 — A graph to show the number of rearsper time bin in animals of both gender with a
history of foot wound that have been re-injured. (M C) refersto maleresultsfrom Cheerios
centrally placed, (M Alt) refersto maleresultsfrom Cheeriosin the alter nate quadrant. *p<0.05;
***n<0.001; Repeated measures ANOVA with Tukey’s M ultiple Comparisons Test.

Central zone entries are not affected by the placement of the Cheeriosin re-
injured animalswith a history of injury.
As shown previously, males and females that are re-injured as adults show a decrease in

central zone entries over successive time bins. This effect is replicated in situations
where the Cheerios are absent. There are no effects of placement of the Cheerios.
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Graph 7-40 — A graph to show the number of central zone entries per time bin for malesand
femalesthat arere-injured as adults, when the Cheerios are present or absent. (M) or (F) refersto
the gender within which theresultsare seen. (C) or (Alt) refersto whether the Cheerioswere
placed centrally or in the alter nate quadrant. *p<0.05; **p<0.01;***P<0.001; Repeated measures
ANOVA with Tukey’'s Multiple Comparisons Test.
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The increase in percentage of time spent in the central zone is lost in females
re-injured as adults when the food-bowl is moved from the centre
As previously shown, the percentage of time spent in the central zone increased between

time bins, for both males and females re-injured as adults. Thisresult is lost in females

re-injured as adults when Cheerios are moved to an aternate quadrant.
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Graph 7-41 — A graph to show the percentage of time spent in the central zone per time bin for
animalsthat arere-injured asadults. (M) and (F) refer to the gender in which theresults are seen.
(C) and (Alt) refersto whether the Cheerios wer e placed centrally or in the alternate quadrant.
*p<0.05; **p<0.01;***P<0.001; Repeated measures ANOVA with Tukey’s Multiple Comparisons
Test.

Appetitive behaviours

Number of Cheerios eaten is unaffected by the placement of the food-bowl in

re-injured animals

As previously shown, Cheerio consumption begins after the first time bin (see Graph
7-34 and Graph 7-35). This pattern is the same when the Cheerios are moved from the

centre of the arenato the edge (alternate quadrant).
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Graph 7-42 — A graph to show the number of Cheerios eaten per time bin by animals of both
gender re-injured asadults. (M) and (F) refer to the gender in which the resultsare seen. (C) and
(Alt) refersto whether the Cheerios wer e placed centrally or in the alter nate quadrant.
**n<0.01;***P<0.001; Repeated measures ANOVA with Tukey’s M ultiple Comparisons Test.

241



Reference L ist

Abbott FV, Guy ER (1995) Effects of morphine, pentobarbital and amphetamine on
formalin-induced behaviours in infant rats. sedation versus specific suppression of pain.
Pain 62:303-312.

Abdulkader HM, Freer Y, Garry EM, Fleetwood-Waker SM, Mclntosh N (2007)
Prematurity and neonatal noxious events exert lasting effects on infant pain behaviour.
Early Human Development 84:351-355.

Ajayi-Obe M, Saeed N, Cowan FM, Rutherford MA, Edwards AD (2000) Reduced
development of cerebral cortex in extremely preterm infants. Lancet 356:1162-1163.

Akbarian S, Rios M, Liu RJ, Gold SJ, Fong HF, Zeiler S, Coppola V, Tessarollo L,
Jones KR, Nestler EJ, Aghgjanian GK, Jaenisch R (2002) Brain-Derived Neurotrophic
Factor Is Essentia for Opiate-Induced Plasticity of Noradrenergic Neurons. J Neurosci
22:4153-4162.

Alavian KN, Scholz C, Simon HH (2008) Transcriptional regulation of mesencephalic
dopaminergic neurons: the full circle of life and death. Mov Disord 23:319-328.

Altier N, Stewart J (1998) Dopamine receptor antagonists in the nucleus accumbens
attenuate analgesia induced by ventral tegmental area substance P or morphine and by
nucleus accumbens amphetamine. J Pharmacol Exp Ther 285:208-215.

Altier N, Stewart J (1999) The role of dopamine in the nucleus accumbens in analgesia.
Life Sci 65:2269-2287.

Anand KJS (2007) Pharmacological approaches to the management of pain in the
neonatal intensive care unit. J Perinatol 27:54-S11.

Anand KJS, Coskun V, Thrivikraman KV, Nemeroff CB, Plotsky PM (1999) Long-
Term Behaviora Effects of Repetitive Pain in Neonatal Rat Pups. Physiology &
Behavior 66:627-637.

242



Anand P, Birch R (2002) Restoration of sensory function and lack of long-term chronic

pain syndromes after brachial plexusinjury in human neonates. Brain 125:113-122.

Andersen SL, Thompson AT, Rutstein M, Hostetter MH (2000) Dopamine receptor
pruning in prefrontal cortex during the periadolescent period in rats. Synapse 37:167-
169.

Andrews K, Fitzgerald M (2002) Wound sensitivity as a measure of analgesic effects

following surgery in human neonates and infants. Pain 99:185-195.

Andrews KA, Desa D, Dhillon HK, Wilcox DT, Fitzgerald M (2002) Abdominal
sensitivity in the first year of life: comparison of infants with and without prenatally
diagnosed unilateral hydronephrosis. Pain 100:35-46.

Anseloni VCZ, Ren K, Dubner R, Ennis M (2005) A brainstem substrate for analgesia
elicited by intraoral sucrose. Neuroscience 133:231-243.

Apkarian AV, Thomas PS, Krauss BR, Szeverenyi NM (2001) Prefrontal cortical
hyperactivity in patients with sympathetically mediated chronic pain. Neurosci Lett
311:193-197.

Arjune D, Bodnar RJ (1989) Post-natal morphine differentially affects opiate and stress
analgesiain adult rats. Psychopharmacology (Berl) 98:512-517.

Aston-Jones G, Harris GC (2004) Brain substrates for increased drug seeking during
protracted withdrawal. Neuropharmacology 47 Suppl 1:167-179.

Aston-Jones G, Smith RJ, Moorman DE, Richardson KA (2009) Role of lateral
hypothalamic orexin neurons in reward processing and addiction. Neuropharmacology
56:112-121.

Aston-Jones G, Smith RJ, Sartor GC, Moorman DE, Mass L, Tahsli-Fahadan P,
Richardson KA (2010) Latera hypothalamic orexin/hypocretin neurons. A role in
reward-seeking and addiction. Brain Research 1314:74-90.

243



Atweh SF, Kuhar MJ (1977) Autoradiographic localization of opiate receptors in rat
brain. I11. The telencephalon. Brain Res 134:393-405.

Auguy-Valette A, Cros J, Gouarderes C, Gout R, Pontonnier G (1978) Morphine
analgesia and cerebral opiate receptors. a developmental study. Br J Pharmacol 63:303-
308.

Avidor-Reiss T, Nevo |, Levy R, Pfeuffer T, Vogel Z (1996) Chronic Opioid Treatment
Induces Adenylyl Cyclase V Superactivation. J Biol Chem 271:21309-21315.

Baccei ML, Bardoni R, Fitzgerald M (2003) Development of nociceptive synaptic
inputs to the neonatal rat dorsal horn: glutamate release by capsaicin and menthol. J
Physiol 549:231-242.

Bak JH, Picetti R, Saiardi A, Thiriet G, Dierich A, Depaulis A, Le Meur M, Borrdlli E
(1995) Parkinsonian-like locomotor impairment in mice lacking dopamine D2 receptors.
Nature 377:424-428.

Bailey CP, Connor M (2005) Opioids. cellular mechanisms of tolerance and physical
dependence. Curr Opin Pharmacol 5:60-68.

Bajic D, Commons KG (2010) Acute noxious stimulation modifies morphine effect in

serotonergic but not dopaminergic midbrain areas. Neuroscience 166:720-729.

BasKubik R, Ableitner A, Herz A, Shippenberg TS (1993) Neuroanatomica sites
mediating the motivational effects of opioids as mapped by the conditioned place
preference paradigm in rats. J Pharmacol Exp Ther 264:489-495.

Banik RKM, Woo YC, Park SS, Brennan TIJM (2006) Strain and Sex Influence on Pain
Sensitivity after Plantar Incision in the Mouse. Anesthesiology 105:1246-1253.

Barak Caine S, Heinrichs SC, Coffin VL, Koob GF (1995) Effects of the dopamine D-1
antagonist SCH 23390 microinjected into the accumbens, amygdala or striatum on
cocaine self-administration in the rat. Brain Research 692:47-56.

244



Bardo MT, Bhatnagar RK, Gebhart GF (1981) Opiate receptor ontogeny and morphine-
induced effects. influence of chronic footshock stress in preweanling rats. Brain Res
227:487-495.

Barr CS, Schwandt ML, Lindell SG, Higley JD, Maestripieri D, Goldman D, Suomi SJ,
Heilig M (2008) Variation at the mu-opioid receptor gene (OPRM1) influences
attachment behavior in infant primates. Proc Natl Acad Sci U S A 105:5277-5281.

Barr GA, Goodwin GA (1997) Precipitated morphine withdrawal induces a conditioned
aversion in the preweaning rat. Pharmacol Biochem Behav 57.779-783.

Barr GA, Limon E, Luthmann RA, Barr GA, Cheng J, Wang S (2003) Analgesia
induced by local plantar injections of opiates in the formalin test in infant rats. Dev
Psychobiol 42:111-122.

Bar GA, Lithgow T (1986) Pharmaco-ontogeny of reward: enhancement of self-
stimulation by D-amphetamine and cocaine in 3- and 10-day-old rats. Brain Res
389:193-202.

Barr GA, Moriceau S, Shionoya K, Muzny K, Gao P, Wang S, Sullivan RM (2009)
Trangitions in infant learning are modulated by dopamine in the amygdala. Nat
Neurosci 12:1367-1369.

Barr GA, Rossi G (1992) Conditioned place preference from ventral tegmental injection
of morphine in neonatal rats. Brain Res Dev Brain Res 66:133-136.

Barr GA, Wang S (1992) Tolerance and withdrawal to chronic morphine treatment in
the week-old rat pup. Eur J Pharmacol 215:35-42.

Basbaum Al, Fields HL (1984) Endogenous Pain Control Systems. Brainstem Spinal
Pathways and Endorphin Circuitry. Annual Review of Neuroscience 7:309-338.

Bayon A, Shoemaker WJ, Bloom FE, Mauss A, Guillemin R (1979) Perinatal
development of the endorphin- and enkephalin-containing systems in the rat brain.
Brain Res 179:93-101.

245



Becerra L, Breiter HC, Wise R, Gonzalez RG, Borsook D (2001) Reward Circuitry
Activation by Noxious Thermal Stimuli. Neuron 32:927-946.

Becker LA, Smotherman WP (1996) Manipulation of the dopamine system affects fetal
and neonatal responses to an artificial nipple. Dev Psychobiol 29:139-156.

Beggs S, Torsney C, Drew LJ, Fitzgerad M (2002) The postnatal reorganization of
primary afferent input and dorsal horn cell receptive fields in the rat spinal cord is an
activity-dependent process. Eur J Neurosci 16:1249-1258.

Bellgowan PSF, Helmstetter FJ (1998) The role of mu and kappa opioid receptors
within the periaqueductal gray in the expression of conditiona hypoalgesia. Brain
Research 791:83-89.

Belll R, de Waa KA, Zanini R (2008) Opioids for neonates receiving mechanical
ventilation. Cochrane Database Syst Rev Issue 1.

Ben-Ari Y (2002) Excitatory actions of gaba during development: the nature of the
nurture. Nat Rev Neurosci 3:728-739.

Benedetti F, Mayberg HS, Wager TD, Stohler CS, Zubieta JK (2005) Neurobiological
M echanisms of the Placebo Effect. J Neurosci 25:10390-10402.

Berhow MT, Hiroi N, Nestler EJ (1996) Regulation of ERK (Extracellular Signal
Regulated Kinase), Part of the Neurotrophin Signal Transduction Cascade, in the Rat
Mesolimbic Dopamine System by Chronic Exposure to Morphine or Cocaine. J
Neurosci 16:4707-4715.

Berman JI, Mukherjee P, Partridge SC, Miller SP, Ferriero DM, Barkovich AJ,
Vigneron DB, Henry RG (2005) Quantitative diffusion tensor MRI fiber tractography of

sensorimotor white matter development in premature infants. Neurolmage 27:862-871.

Bernardis LL, Beélinger LL (1993) The latera hypothalamic area revisited:
Neuroanatomy, body weight regulation, neuroendocrinology and metabolism.
Neuroscience & Biobehavioral Reviews 17:141-193.

246



Berridge KC, Robinson TE (2003) Parsing reward. Trends Neurosci 26:507-513.

Berridge KC, Venier IL, Robinson TE (1989) Taste reactivity anaysis of 6-
hydroxydopamine-induced aphagia: implications for arousal and anhedonia hypotheses
of dopamine function. Behavioral Neuroscience 103:36-45.

Bevins RA, Bardo MT (1999) Conditioned increase in place preference by access to
novel objects: antagonism by MK-801. Behavioural Brain Research 99:53-60.

Bevins RA, Besheer J (2005) Novelty reward as a measure of anhedonia. Neuroscience
& Biobehavioral Reviews 29:707-714.

Bhutta AT, Cleves MA, Casey PH, Cradock MM, Anand KJS (2002) Cognitive and
Behavioral Outcomes of School-Aged Children Who Were Born Preterm: A Meta
analysis. JAMA 288:728-737.

Bhutta AT, Rovnaghi C, Simpson PM, Gossett JM, Scalzo FM, Anand KJS (2001)
Interactions of inflammatory pain and morphine in infant rats: long-term behavioral
effects. Physiology & Behavior 73:51-58.

Bilkei-Gorzo A, Racz I, Michel K, Zimmer A (2002) Diminished Anxiety- and
Depression-Related Behaviors in Mice with Selective Deletion of the Tacl Gene. J
Neurosci 22:10046-10052.

Bingham S, Davey PT, Babbs AJ, Irving EA, Sammons MJ, Wyles M, Jeffrey P, Cutler
L, Riba |, Johns A, Porter RA, Upton N, Hunter AJ, Parsons AA (2001) Orexin-A, an
hypothalamic peptide with analgesic properties. Pain 92:81-90.

Bishop MP, Elder ST, Heath RG (1963) Intracrania self-stimulation in man. Science
140:394-396.

Blanchard MM, Mendelsohn D, Stamp JA (2009) The HR/LR model: Further evidence
as an anima model of sensation seeking. Neuroscience & Biobehavioral Reviews
33:1145-1154.

247



Blass EM, Watt LB (1999) Suckling- and sucrose-induced analgesia in human
newborns. Pain 83:611-623.

Blass E, Fitzgerald E, Kehoe P (1987) Interactions between sucrose, pain and isolation
distress. Pharmacol Biochem Behav 26:483-489.

Boardman JP, Counsell SJ, Rueckert D, Kapellou O, Bhatia KK, Aljabar P, Hagnal J,
Allsop M, Rutherford MA, Edwards AD (2006) Abnormal deep grey matter
development following preterm birth detected using deformation-based morphometry.
Neurolmage 32:70-78.

Bodnoff SR, Suranyi-Cadotte B, Aitken DH, Quirion R, Meaney MJ (1988) The effects
of chronic antidepressant treatment in an animal model of anxiety. Psychopharmacology
95:298-302.

Bonci A, Williams JT (1997) Increased Probability of GABA Release during
Withdrawal from Morphine. J Neurosci 17:796-803.

Borgland SL (2001) Acute opioid receptor desensitization and tolerance: is there alink?
Clin Exp Pharmacol Physiol 28:147-154.

Borgland SL, Storm E, Bonci A (2008) Orexin B/hypocretin 2 increases glutamatergic

transmission to ventral tegmental area neurons. Eur J Neurosci 28:1545-1556.

Borgland SL, Chang SJ, Bowers MS, Thompson JL, Vittoz N, Floresco SB, Chou J,
Chen BT, Bonci A (2009) Orexin A/Hypocretin-1 Selectively Promotes Motivation for
Positive Reinforcers. J Neurosci 29:11215-11225.

Borgland SL, Taha SA, Sarti F, Fields HL, Bonci A (2006) Orexin A in the VTA Is
Critical for the Induction of Synaptic Plasticity and Behaviora Sensitization to Cocaine.
Neuron 49:589-601.

Borsook D, Becerra L, Carlezon J, Shaw M, Renshaw P, Elman I, Levine J (2007)
Reward-aversion circuitry in analgesia and pain: Implications for psychiatric disorders.

European Journal of Pain 11:7-20.

248



Boucher T, Jennings E, Fitzgerald M (1998) The onset of diffuse noxious inhibitory
controlsin postnatal rat pups: a C-Fos study. Neurosci Lett 257:9-12.

Boutrel B, Kenny PJ, Specio SE, Martin-Fardon R, Markou A, Koob GF, de LL (2005)
Role for hypocretin in mediating stress-induced reinstatement of cocaine-seeking
behavior. Proc Natl Acad Sci U S A 102:19168-19173.

Boutrel B, de Lecea L (2008) Addiction and arousal: The hypocretin connection.
Physiology & Behavior 93:947-951.

Bowlby J (1958) The nature of the child's tie to his mother. Int J Psychoanal 39:350-
373.

Bowlby J (1978) Attachment theory and its therapeutic implications. Adolesc
Psychiatry 6:5-33.

Bowlby J (1988) Developmental psychiatry comes of age. Am J Psychiatry 145:1-10.

Bozarth MA (1987) Neuroanatomical boundaries of the reward-relevant opiate-receptor
field in the ventral tegmental area as mapped by the conditioned place preference
method in rats. Brain Res 414:77-84.

Bozarth MA, Wise RA (1981) Intracrania self-administration of morphine into the
ventral tegmental areain rats. Life Sciences 28:551-555.

Breiter HC, Gollub RL, Weisskoff RM, Kennedy DN, Makris N, Berke JD, Goodman
JM, Kantor HL, Gastfriend DR, Riorden JP, Mathew RT, Rosen BR, Hyman SE (1997)
Acute Effects of Cocaine on Human Brain Activity and Emotion. Neuron 19:591-611.

Brennan TJ, Vandermeulen EP, Gebhart GF (1996) Characterization of a rat model of
incisional pain. Pain 64:493-502.

Brennan TJ, Zahn PK, Pogatzki-Zahn EM (2005) Mechanisms of Incisional Pain.
Anesthesiology Clinics of North America 23:1-20.

249



Brischoux F, Chakraborty S, Brierley DI, Ungless MA (2009) Phasic excitation of
dopamine neurons in ventral VTA by noxious stimuli. Proc Natl Acad Sci U S A
106:4894-4899.

Britton DR, Britton KT (1981) A sensitive open field measure of anxiolytic drug
activity. Pharmacology Biochemistry and Behavior 15:577-582.

Broadhurst PL (1958) Determinants of Emotionality in the Rat. 11. Antecedent Factors.
British Journal of Psychology 49:12-20.

Brown E, Fibiger H (1993) Differentia effects of excitotoxic lesions of the amygdalaon
cocaine-induced conditioned locomotion and conditioned place preference.
Psychopharmacology 113:123-130.

Burnashev N, Khodorova A, Jonas P, Helm PJ, Wisden W, Monyer H, Seeburg PH,
Sakmann B (1992) Calcium-permeable AMPA-kainate receptors in fusiform cerebellar
glial cells. Science 256:1566-1570.

Buskila D, Neumann L, Zmora E, Feldman M, Bolotin A, Press J (2003) Pain
Sengitivity in Prematurely Born Adolescents. Arch Pediatr Adolesc Med 157:1079-
1082.

Butler RK, Finn DP (2009) Stress-induced analgesia. Progress in Neurobiology 88:184-
202.

Butler RK, Rea K, Lang Y, Gavin AM, Finn DP (2008) Endocannabinoid-mediated
enhancement of fear-conditioned analgesia in rats: Opioid receptor dependency and
molecular correlates. Pain 140:491-500.

Butt AM, Berry M (2000) Oligodendrocytes and the control of myelination in vivo: new
insights from the rat anterior medullary velum. J Neurosci Res 59:477-488.

Caine SB, Negus SS, Mdllo NK, Patel S, Bristow L, Kulagowski J, Valone D, Saiardi
A, Borrelli E (2002) Role of Dopamine D2-like Receptors in Cocaine Self-

250



Administration: Studies with D2 Receptor Mutant Mice and Novel D2 Receptor
Antagonists. J Neurosci 22:2977-2988.

Callahan BL, Gil ASC, Levesque A, Mogil JS (2008) Modulation of Mechanical and
Thermal Nociceptive Sensitivity in the Laboratory Mouse by Behavioral State. The
Journal of Pain 9:174-184.

Camara E, Rodriguez-Fornells A, Minte TF (2009) Functional connectivity of reward

processing in the brain. Frontiersin Human Neuroscience 2:1-14.

Carbga R, Rousset A, Danan C, Coquery S, Nolent P, Ducrocq S, Saizou C,
Lapillonne A, Granier M, Durand P, Lenclen R, Coursol A, Hubert P, de Saint Blanquat
L, Bodlle PY, Annequin D, Cimerman P, Anand KJS, Breart G (2008) Epidemiology
and Treatment of Painful Procedures in Neonates in Intensive Care Units. JAMA
300:60-70.

Carstens E (1986) Hypothalamic inhibition of rat dorsal horn neuronal responses to
noxious skin heating. Pain 25:95-107.

Carstens E, Fraunhoffer M, Suberg SN (1983) Inhibition of spinal dorsal horn neuronal
responses to noxious skin heating by lateral hypothalamic stimulation in the cat. J
Neurophysiol 50:192-204.

Castilho VM, Borelli KG, Branddo ML, Nobre MJ (2008) Anxiety-like symptoms
induced by morphine withdrawal may be due to the sensitization of the dorsal
periagueductal grey. Physiology & Behavior 94:552-562.

Cazala P, Darracqg C, Saint-Marc M (1987) Self-administration of morphine into the
lateral hypothalamus in the mouse. Brain Research 416:283-288.

Ceger P, Kuhn CM (2000) Opiate withdrawa in the neonatal rat: relationship to
duration of treatment and nal oxone dose. Psychopharmacology 150:253-259.

251



Champagne FA, Meaney MJ (2007) Transgenerational effects of social environment on
variations in materna care and behavioral response to novelty. Behav Neurosci
121:1353-1363.

Champagne FA, Francis DD, Mar A, Meaney MJ (2003) Variations in maternal care in
the rat as a mediating influence for the effects of environment on development.
Physiology & Behavior 79:359-371.

Champagne FA, Meaney MJ (2006) Stress During Gestation Alters Postpartum
Maternal Care and the Development of the Offspring in a Rodent Model. Biological
Psychiatry 59:1227-1235.

Chemelli RM, Willie JT, Sinton CM, EImquist JK, Scammell T, Lee C, Richardson JA,
Williams SC, Xiong Y, Kisanuki Y, Fitch TE, Nakazato M, Hammer RE, Saper CB,
Yanagisawa M (1999) Narcolepsy in orexin Knockout Mice: Molecular Genetics of
Sleep Regulation. Cell 98:437-451.

Cheng JK, Chou RC-C, Hwang LL, Chiou LC (2003) Antialodynic Effects of
Intrathecal Orexins in a Rat Model of Postoperative Pain. J Pharmacol Exp Ther
307:1065-1071.

Cheng ZF, Fields HL, Henricher MM (1986) Morphine microinjected into the
periaqueductal gray has differential effects on 3 classes of medullary neurons. Brain Res
375:57-65.

Chedler EJ, Wilson SG, Lariviere WR, Rodriguez-Zas SL, Mogil JS (2002) Influences
of laboratory environment on behavior. Nat Neurosci 5:1101-1102.

Choi DL, Davis JF, Fitzgerald ME, Benoit SC (2010) The role of orexin-A in food
motivation, reward-based feeding behavior and food-induced neuronal activation in rats.
Neuroscience 167:11-20.

Christie MJ (2008) Cellular neuroadaptations to chronic opioids. tolerance, withdrawal
and addiction. Br J Pharmacol 154:384-396.

252



Cicero TJ, Nock B, Meyer ER (1996) Gender-related differences in the antinociceptive
properties of morphine. J Pharmacol Exp Ther 279:767-773.

Ciechanowski P, Sullivan M, Jensen M, Romano J, Summers H (2003) The relationship
of attachment style to depression, catastrophizing and health care utilization in patients
with chronic pain. Pain 104:627-637.

Clinton SM, Vazquez DM, Kabbg M, Kabbag MH, Watson SJ, Akil H (2007)
Individual differences in novelty-seeking and emotional reactivity correlate with
variation in maternal behavior. Hormones and Behavior 51:655-664.

Corominas M, Roncero C, Casas M (2010) Corticotropin releasing factor and

neuroplasticity in cocaine addiction. Life Sciences 86:1-9.

Counsell SJ, Dyet LE, Larkman DJ, Nunes RG, Boardman JP, Allsop JM, Fitzpatrick J,
Srinivasan L, Cowan FM, Hana JV, Rutherford MA, Edwards AD (2007) Thalamo-
cortical connectivity in children born preterm mapped using probabilistic magnetic
resonance tractography. Neurolmage 34:896-904.

Coutinho SV, Plotsky PM, Sablad M, Miller JC, Zhou H, Bayati Al, McRoberts JA,
Mayer EA (2002) Neonatal materna separation aters stress-induced responses to
viscerosomatic nociceptive stimuli in rat. Am J Physiol Gastrointest Liver Physiol
282:G307-G316.

Craig AD (2003) A new view of pain as a homeostatic emotion. Trends in
Neurosciences 26:303-307.

Cryan JF, Holmes A (2005) The ascent of mouse: advances in modelling human

depression and anxiety. Nat Rev Drug Discov 4:775-790.

D'Apolito K (2006) State of the Science: Procedural Pain Management in the Neonate.
The Journal of Perinatal and Neonatal Nursing 20:56-61.

253



Dalley JW, Mar AC, Economidou D, Robbins TW (2008) Neurobehavioral mechanisms
of impulsivity: fronto-striatal systems and functional neurochemistry. Pharmacol
Biochem Behav 90:250-260.

Dang VC, Williams JT (2004) Chronic Morphine Treatment Reduces Recovery from
Opioid Desensitization. J Neurosci 24:7699-7706.

Date Y, Ueta Y, Yamashita H, Yamaguchi H, Matsukura S, Kangawa K, Sakurai T,
Y anagisawa M, Nakazato M (1999) Orexins, orexigenic hypothal amic peptides, interact
with autonomic, neuroendocrine and neuroregulatory systems. Proceedings of the
National Academy of Sciences of the United States of America 96:748-753.

David V, Cazala P (1994a) A comparative study of self-administration of morphine into
the amygdala and the ventral tegmental areain mice. Behav Brain Res 65:205-211.

David V, Cazala P (1994b) Differentiation of intracrania morphine self-administration
behavior among five brain regions in mice. Pharmacology Biochemistry and Behavior
48:625-633.

de Lecea L, Kilduff TS, Peyron C, Gao XB, Foye PE, Danielson PE, Fukuhara C,
Battenberg EL, Gautvik VT, Bartlett FS, II, Frankel WN, van den Pol AN, Bloom FE,
Gautvik KM, Sutcliffe JG (1998) The hypocretins: Hypothalamus-specific peptides with
neuroexcitatory activity. Proceedings of the National Academy of Sciences 95:322-327.

de Lecea L, Jones BE, Boutrel B, Borgland SL, Nishino S, Bubser M, DiLeone R
(2006) Addiction and Arousal: Alternative Roles of Hypothalamic Peptides. J Neurosci
26:10372-10375.

De Lima J, Alvares D, Hatch DJ, Fitzgerald M (1999) Sensory hyperinnervation after
neonatal skin wounding: effect of bupivacaine sciatic nerve block. Br J Anaesth 83:662-
664.

de Medeiros CB, Fleming AS, Johnston CC, Walker CD (2009) Artificial rearing of rat
pups reveals the beneficial effects of mother care on neonatal inflammation and adult
sengitivity to pain. Pediatr Res 66:272-277.

254



Decosterd 1, Woolf CJ (2000) Spared nerve injury: an animal model of persistent
peripheral neuropathic pain. Pain 87:149-158.

Deutch AY, Goldstein M, Baldino F, Jr., Roth RH (1988) Telencephalic projections of
the A8 dopamine cell group. Ann N 'Y Acad Sci 537:27-50.

Devine DP, Wise RA (1994) Sdf-administration of morphine, DAMGO, and DPDPE
into the ventral tegmental area of rats. J Neurosci 14:1978-1984.

Di Chiara G, Bassareo V (2007) Reward system and addiction: what dopamine does and
doesn't do. Curr Opin Pharmacol 7:69-76.

Dickenson AH, Sullivan AF, Knox R, Zgac JM, Roques BP (1987) Opioid receptor
subtypes in the rat spinal cord: electrophysiological studies with mu- and delta-opioid
receptor agonists in the control of nociception. Brain Res 413:36-44.

Dill RE, Costa E (1977) Behavioura dissociation of the enkephalinergic systems of

nucleus accumbens and nucleus caudatus. Neuropharmacology 16:323-326.

Drago J, Gerfen CR, Westphal H, Steiner H (1996) D1 dopamine receptor-deficient
mouse: cocaine-induced regulation of immediate-early gene and substance P expression
in the striatum. Neuroscience 74:813-823.

Dube MG, Kalra SP, Kalra PS (1999) Food intake elicited by central administration of
orexinghypocretins. identification of hypothalamic sites of action. Brain Research
842.473-4771.

Dubois J, Hertz-Pannier L, Dehaene-Lambertz G, Cointepas Y, Le Bihan D (2006)
Assessment of the early organization and maturation of infants cerebral white matter
fiber bundles. A feasibility study using quantitative diffusion tensor imaging and

tractography. Neurolmage 30:1121-1132.

Dulawa SC, Hen R (2005) Recent advances in animal models of chronic antidepressant
effects. The novelty-induced hypophagia test. Neuroscience & Biobehavioral Reviews
29:771-783.

255



Dulawa SC, Holick KA, Gundersen B, Hen R (2004) Effects of Chronic Fluoxetine in
Anima Models of Anxiety and Depression. Neuropsychopharmacology 29:1321-1330.

Dum J, Herz A (1984) Endorphinergic modulation of neural reward systems indicated
by behavioral changes. Pharmacol Biochem Behav 21:259-266.

Dworkin RH, O'Connor AB, Backonja M, Farrar JT, Finnerup NB, Jensen TS, Kalso
EA, Loeser JD, Miaskowski C, Nurmikko TJ, Portenoy RK, Rice ASC, Stacey BR,
Treede RD, Turk DC, Wallace MS (2007) Pharmacologic management of neuropathic
pain: Evidence-based recommendations. Pain 132:237-251.

Dyet LE, Kennea N, Counsell SJ, Maaouf EF, Ajayi-Obe M, Duggan PJ, Harrison M,
Allsop JM, Hajnal J, Herlihy AH, Edwards B, Laroche S, Cowan FM, Rutherford MA,
Edwards AD (2006) Natural history of brain lesions in extremely preterm infants
studied with serial magnetic resonance imaging from birth and neurodevelopmental
assessment. Pediatrics 118:536-548.

Eccleston C, Yorke L, Morley S, Williams AC, Mastroyannopoulou K (2003)
Psychological therapies for the management of chronic and recurrent pain in children
and adolescents. Cochrane Database Syst Rev DOI: 10.1002/14651858.CD003968.

Ennaceur A, Michaikova S, Chazot PL (2006) Models of anxiety: Responses of rats to
novelty in an open space and an enclosed space. Behavioural Brain Research 171:26-49.

Enthoven L, de Kloet ER, OitzZl MS (2008) Differential development of stress system
(re)activity at weaning dependent on time of disruption of maternal care. Bran
Research 1217:62-609.

Epping-Jordan MP, Watkins SS, Koob GF, Markou A (1998) Dramatic decreases in
brain reward function during nicotine withdrawal. Nature 393:76-79.

Fadel J, Deutch AY (2002) Anatomical substrates of orexin-dopamine interactions:
lateral hypothalamic projections to the ventral tegmental area. Neuroscience 111:379-
387.

256



Fadok JP, Dickerson TM, Palmiter RD (2009) Dopamine is necessary for cue-
dependent fear conditioning. J Neurosci 29:11089-11097.

Fagiolini M, Jensen CL, Champagne FA (2009) Epigenetic influences on bran
development and plasticity. Current Opinion in Neurobiology 19:207-212.

Fairhurst M, Wiech K, Dunckley P, Tracey | (2007) Anticipatory brainstem activity

predicts neural processing of pain in humans. Pain 128:101-110.

Fang FG, Haws CM, Drasner K, Williamson A, Fields HL (1989) Opioid peptides
(DAGO-enkephalin, dynorphin A(1-13), BAM 22P) microinjected into the rat
brainstem: comparison of their antinociceptive effect and their effect on neuronal firing
in the rostral ventromedial medulla. Brain Research 501:116-128.

Fanselow MS (1986) Conditioned fear-induced opiate analgesiaa A competing
motivational state theory of stress analgesia. Ann N'Y Acad Sci 467:40-54.

Fields HL, Malick A, Burstein R (1995) Dorsa horn projection targets of ON and OFF
cellsintherostral ventromedial medulla. J Neurophysiol 74:1742-1759.

Fields H (2004) State-dependent opioid control of pain. Nat Rev Neurosci 5:565-575.

Fields HL (2006) A Mativation-Decison Model of Pain: The Role of Opioids. In:
Proceedings of the 11th World Congress on Pain (Flor H, Kalso E, Dostrovsky JO, eds),
pp 449-459. Seattle: IASP Press.

Fields HL (2007) Understanding How Opioids Contribute to Reward and Analgesia.
Regional Anesthesia and Pain Medicine 32:242-246.

Finn AK, Whistler JL (2001) Endocytosis of the Mu Opioid Receptor Reduces
Tolerance and a Cellular Hallmark of Opiate Withdrawal. Neuron 32:829-839.

Finn DP, Chapman V, Jhaveri MD, Samanta S, Manders T, Bowden J, Matthews L,
Marsden CA, Beckett SR (2003) The role of the central nucleus of the amygdala in

nociception and aversion. Neuroreport 14:981-984.

257



Fitzgerald M (1987) Prenatal growth of fine-diameter primary afferents into the rat
spinal cord: atransganglionic tracer study. J Comp Neurol 261:98-104.

Fitzgerald M, Jennings E (1999) The postnata development of spina sensory
processing. Proc Natl Acad Sci U S A 96:7719-7722.

Fitzgerald M, Waker SM (2009) Infant pain management:. a developmental
neurobiological approach. Nat Clin Pract Neurol 5:35-50.

Fitzgerald M (2005) The development of nociceptive circuits. Nat Rev Neurosci 6:507-
520.

Fitzgerald M (2009) When is an analgesic not an analgesic? Pain 144:9.

Fitzgerald M, Koltzenburg M (1986) The functional development of descending
inhibitory pathways in the dorsolateral funiculus of the newborn rat spina cord.
Developmental Brain Research 24:261-270.

Foo H, Helmstetter FJ (1999) Hypoalgesia elicited by a conditioned stimulus is blocked
by a mu, but not a delta or a kappa, opioid antagonist injected into the rostral
ventromedial medulla. Pain 83:427-431.

Fouriezos G, Hansson P, Wise RA (1978) Neuroleptic-induced attenuation of brain
stimulation reward in rats. J Comp Physiol Psych 92:661-671.

Franklin KBJ (1978) Catecholamines and self-stimulation: Reward and performance
effects dissociated. Pharmacol Biochem Behav 9:813-820.

Franklin KBJ (1989) Anagesia and the neura substrate of reward. Neuroscience &
Biobehavioral Reviews 13:149-154.

Franklin KBJ (1999) Dopaminergic drugs as anagesics. In: Novel Aspects of Pain

Management: Opioids and Beyond (Sawynok J, Cowan A, eds), pp 287-302. Wiley-
Liss, Inc.

258



Galineau L, Kodas E, Guilloteau D, Vilar MP, Chalon S (2004) Ontogeny of the
dopamine and serotonin transporters in the rat brain: an autoradiographic study.
Neurosci Lett 363:266-271.

Gallistel CR, Shizgad P, Yeomans JS (1981) A portrait of the substrate for self-
stimulation. Psychol Rev 88:228-273.

Garzon M, Pickel VM (2001) Plasmalemmal mu-opioid receptor distribution mainly in

nondopaminergic neurons in the rat ventral tegmental area. Synapse 41:311-328.

Gear RW, Levine JD (1995) Antinociception produced by an ascending spino-
supraspinal pathway. J Neurosci 15:3154-3161.

Georges F, Stinus L, Le Moine C (2000) Mapping of c-fos gene expression in the brain
during morphine dependence and precipitated withdrawal, and phenotypic identification
of the striatal neurons involved. Eur J Neurosci 12:4475-4486.

Georges F, Normand E, Bloch B, Le Moine C (1998) Opioid receptor gene expression
in the rat brain during ontogeny, with special reference to the mesostriatal system: anin
situ hybridization study. Developmental Brain Research 109:187-199.

Georgescu D, Zachariou V, Barrot M, Mieda M, Willie JT, Eisch AJ, Yanagisawa M,
Nestler EJ, DiLeone RJ (2003) Involvement of the Latera Hypothalamic Peptide
Orexin in Morphine Dependence and Withdrawal. J Neurosci 23:3106-3111.

Giordano J, Barr GA (1987) Morphine- and ketocyclazocine-induced analgesia in the
developing rat: differences due to type of noxious stimulus and body topography. Brain
Res 429:247-253.

Giros B, Jaber M, Jones SR, Wightman RM, Caron MG (1996) Hyperlocomotion and
indifference to cocaine and amphetamine in mice lacking the dopamine transporter.
Nature 379:606-612.

Glimcher PW, Margolin DH, Giovino AA, Hoebel BG (1984) Neurotensin: A new
‘reward peptide’. Brain Research 291:119-124.

259



Goeders NE, Smith JE (1993) Intracranial cocaine self-administration into the medial
prefrontal cortex increases dopamine turnover in the nucleus accumbens. J Pharmacol
Exp Ther 265:592-600.

Gong YX, Zhang WP, Shou WT, Zhong K, Chen Z (2010) Morphine induces
conditioned place preference behavior in histidine decarboxylase knockout mice.
Neurosci Lett 468:115-119.

Gonzaez DL, Fuchs JL, Droge MH (1993) Distribution of NMDA receptor binding in
developing mouse spinal cord. Neurosci Lett 151:134-137.

Grace AA (1991) Phasic versus tonic dopamine release and the modul ation of dopamine
system responsivity: A hypothesis for the etiology of schizophrenia. Neuroscience 41:1-
24,

Grace AA, Floresco SB, Goto Y, Lodge DJ (2007) Regulation of firing of dopaminergic

neurons and control of goal-directed behaviors. Trends in Neurosciences 30:220-227.

Granmo M, Petersson P, Schouenborg J (2008) Action-Based Body Maps in the Spind
Cord Emerge from a Transitory Floating Organization. J Neurosci 28:5494-5503.

Grunau RE, Haey DW, Whitfield MF, Weinberg J, Yu W, Thiessen P (2007) Altered
Basal Cortisol Levels at 3, 6, 8 and 18 Months in Infants Born at Extremely Low
Gestational Age. The Journal of Pediatrics 150:151-156.

Grunau RE, Holsti L, Haley DW, Oberlander T, Weinberg J, Solimano A, Whitfield
MF, Fitzgerald C, Yu W (2005) Neonatal procedural pain exposure predicts lower
cortisol and behavioral reactivity in preterm infantsin the NICU. Pain 113:293-300.

Grunau RE, Holsti L, Peters JWB (2006) Long-term consequences of pain in human
neonates. Seminarsin Fetal and Neonatal Medicine 11:268-275.

Grunau RE, Oberlander TF, Whitfield MF, Fitzgerald C, Lee SK (2001) Demographic
and Therapeutic Determinants of Pain Reactivity in Very Low Birth Weight Neonates at
32 Weeks Postconceptional Age. Pediatrics 107:105-112.

260



Grunau RVE, Whitfield MF, Petrie JH (1994) Pain sensitivity and temperament in
extremely low-birth-weight premature toddlers and preterm and full-term controls. Pain
58:341-346.

Guarraci FA, Kapp BS (1999) An electrophysiological characterization of ventra
tegmental area dopaminergic neurons during differential Pavlovian fear conditioning in
the awake rabbit. Behav Brain Res 99:169-179.

Haber SN, Knutson B (2009) The Reward Circuit: Linking Primate Anatomy and
Human Imaging. Neuropsychopharmacology 35:4-26.

Hall CS (1934) Emotional behavior in the rat. |. Defecation and urination as measures
of individual differences in emotionality. Journal of Comparative Psychology 18:385-
403.

Hamaanen MM, Subieta A, Arpey C, Brennan TJ (2009) Differential Effect of
Capsaicin Treatment on Pain-Related Behaviors After Plantar Incision. The Journal of
Pain 10:637-645.

Handelmann GE, Dow-Edwards D (1985) Modulation of brain development by
morphine: effects on central motor systems and behavior. Peptides 6 Suppl 2:29-34.

Handelmann GE, Quirion R (1983) Neonatal exposure to morphine increases mu opiate
binding in the adult forebrain. Eur J Pharmacol 94:357-358.

Hao Y, Wu CF, Yang JY (2007) Lesions of the medial prefrontal cortex prevent the
induction but not expression of morphine-induced behavioral sensitization in mice.
Neurosci Lett 417:225-230.

Hargreaves K, Dubner R, Brown F, Flores C, Joris J (1988) A new and sensitive method

for measuring thermal nociception in cutaneous hyperalgesia. Pain 32:77-88.

Harris GC, Hummel M, Wimmer M, Mague SD, Aston-Jones G (2007a) Elevations of
FosB in the nucleus accumbens during forced cocaine abstinence correlate with

divergent changesin reward function. Neuroscience 147:583-591.

261



Harris GC, Aston-Jones G (2006) Arousal and reward: a dichotomy in orexin function.

Trends in Neurosciences 29:571-577.

Harris GC, Wimmer M, Aston-Jones G (2005) A role for lateral hypothalamic orexin
neuronsin reward seeking. Nature 437:556-559.

Harris GC, Wimmer M, Randall-Thompson JF, Aston-Jones G (2007b) Lateral
hypothalamic orexin neurons are critically involved in learning to associate an

environment with morphine reward. Behavioural Brain Research 183:43-51.

Hartley R, Green M, Quinn MW, Rushforth JA, Levene Ml (1994) Development of

morphine glucuronidation in premature neonates. Biol Neonate 66:1-9.

Hasenohrl RU, Frisch C, Huston JP (1998) Evidence for anatomical specificity for the
reinforcing effects of SP in the nucleus basalis magnocellularis. Neuroreport 9:7-10.

Hathway GJ, Koch S, Low L, Fitzgerald M (2009) The changing balance of brainstem-
spinal cord modulation of pain processing over the first weeks of rat postnatal life. J
Physiol 587:2927-2935.

Hauser KF, McLaughlin PJ, Zagon IS (1989) Endogenous opioid systems and the
regulation of dendritic growth and spine formation. J Comp Neurol 281:13-22.

Heinricher MM, Barbaro NM, Fields HL (1989) Putative nociceptive modulating
neurons in the rostral ventromedial medulla of the rat: firing of on- and off-cells is

related to nociceptive responsiveness. Somatosens Mot Res 6:427-439.

Heinricher MM, Morgan MM, Tortorici V, Fields HL (1994) Disinhibition of off-cells
and antinociception produced by an opioid action within the rostral ventromedial
medulla. Neuroscience 63:279-288.

Hensch TK (2004) Critical Period Regulation. Annua Review of Neuroscience 27:549-
579.

262



Hermann C, Hohmeister J, Demirakca S, Zohsel K, Flor H (2006) Long-term alteration
of pain sensitivity in school-aged children with early pain experiences. Pain 125:278-
285.

Herrera DG, Robertson HA (1996) Activation of c-fos in the brain. Progress in
Neurobiology 50:83-107.

Hiroi N, White NM (1993) The ventral pallidum area is involved in the acquisition but
not expression of the amphetamine conditioned place preference. Neuroscience Letters
156:9-12.

Hodos W (1961) Progressive Ratio as a Measure of Reward Strength. Science 134:943-
944.

Hohmeister J, Demirak¢a S, Zohsel K, Flor H, Hermann C (2008) Responses to pain in
school-aged children with experience in a neonatal intensive care unit: Cognitive

aspects and maternal influences. European Journal of Pain 13:94-101.

Holland P, Goadsby PJ (2007) The hypothalamic orexinergic system: pain and primary
headaches. Headache 47:951-962.

Holmberg H, Schouenborg J (1996) Postnatal development of the nociceptive
withdrawal reflexes in the rat: a behavioural and electromyographic study. The Journal
of Physiology 493:239-252.

Holmes A, Lachowicz JE, Sibley DR (2004) Phenotypic analysis of dopamine receptor
knockout mice; recent insights into the functional specificity of dopamine receptor
subtypes. Neuropharmacology 47:1117-1134.

Holsti L, Grunau RE (2007) Initial validation of the Behaviora Indicators of Infant Pain
(BIIP). Pain 132:264-272.

Hosobuchi Y, Adams JE, Linchitz R (1977) Pain relief by electrical stimulation of the
central gray matter in humans and its reversal by naloxone. Science 197:183-186.

263



Howard RF (2003) Current status of pain management in children. JAMA 290:2464-
24609.

Howard RF, Walker SM, Mota PM, Fitzgerald M (2005) The ontogeny of neuropathic
pain: postnatal onset of mechanical allodynia in rat spared nerve injury (SNI) and
chronic constriction injury (CCI) models. Pain 115:382-3809.

Hughes RN (2007) Neotic preferences in laboratory rodents: issues, assessment and
substrates. Neurosci Biobehav Rev 31:441-464.

Hummel M, Lu P, Cummons TA, Whiteside GT (2008) The persistence of a long-term
negative affective state following the induction of either acute or chronic pain. Pain
140:436-445.

Hyman SE, Malenka RC, Nestler EJ (2006) Neural mechanisms of addiction: the role of
reward-related learning and memory. Annu Rev Neurosci 29:565-598.

Ikeda K, Ichikawa T, Kobayashi T, Kumanishi T, Oike S, Yano R (1999) Unique
behavioural phenotypes of recombinant-inbred CXBK mice: partia deficiency of

sensitivity to mu- and kappa-agonists. Neuroscience Research 34:149-155.

Ikemoto S (2007) Dopamine reward circuitry: Two projection systems from the ventral
midbrain to the nucleus accumbens-olfactory tubercle complex. Brain Research
Reviews 56:27-78.

Indredavik MS, Vik T, Heyerdahl S, Kulseng S, Fayers P, Brubakk AM (2004)
Psychiatric symptoms and disorders in adolescents with low birth weight. Arch Dis
Child Fetal Neonatal Ed 89:F445-F450.

Inoue M, Mishina M, Ueda H (2003) Locus-Specific Rescue of GIuRal NMDA
Receptors in Mutant Mice Identifies the Brain Regions Important for Morphine
Tolerance and Dependence. J Neurosci 23:6529-6536.

Insel TR (2003) Is socia attachment an addictive disorder? Physiology & Behavior
79:351-357.

264



Jackman A, Fitzgerald M (2000) Development of peripheral hindlimb and central spinal
cord innervation by subpopulations of dorsal root ganglion cells in the embryonic rat. J
Comp Neurol 418:281-298.

Jakowec MW, Fox AJ, Martin LJ, Kalb RG (1995) Quantitative and qualitative changes
in AMPA receptor expression during spinal cord development. Neuroscience 67:893-
907.

Jennings E, Fitzgerald M (1996) C-fos can be induced in the neonatal rat spinal cord by
both noxious and innocuous peripheral stimulation. Pain 68:301-306.

J RR, Kohno T, Moore KA, Woolf CJ (2003) Central sensitization and LTP: do pain

and memory share similar mechanisms? Trends in Neurosciences 26:696-705.

Johannesson T, Becker BA (1972) The effects of maternally-administered morphine on
rat foetal development and resultant tolerance to the analgesic effect of morphine. Acta
Pharmacol Toxicol (Copenh) 31:305-313.

Johansen JP, Fields HL (2004) Glutamatergic activation of anterior cingulate cortex

produces an aversive teaching signal. Nat Neurosci 7:398-403.

Johansen JP, Fields HL, Manning BH (2001) The affective component of pain in
rodents. Direct evidence for a contribution of the anterior cingulate cortex. Proc Nat
Acad Sci USA 98:8077-8082.

Johnson SW, North RA (1992) Opioids excite dopamine neurons by hyperpolarization

of local interneurons. J Neurosci 12:483-488.

Johnston CC, Collinge IMR, Henderson SJB, Anand KJSM (1997) A Cross-Sectional
Survey of Pain and Pharmacological Analgesia in Canadian Neonatal Intensive Care
Units. Clinical Journal of Pain 13:308-312.

Jones KL, Barr GA (1995) Ontogeny of Morphine Withdrawa in the Rat. Behav
Neurosci 109:1189-1198.

265



Julius D, Basbaum Al (2001) Molecular mechanisms of nociception. Nature 413:203-
210.

Kgiyama S, Kawamoto M, Shiraishi S, Gaus S, Matsunaga A, Suyama H, Yuge O
(2005) Spina orexin-1 receptors mediate anti-hyperalgesic effects of intrathecally-
administered orexins in diabetic neuropathic pain model rats. Brain Res 1044:76-86.

Kalivas PW, McFarland K (2003) Brain circuitry and the reinstatement of cocaine-
seeking behavior. Psychopharmacology (Berl) 168:44-56.

Kar S, Quirion R (1995) Neuropeptide receptors in developing and adult rat spinal cord:
An in vitro quantitative autoradiography study of calcitonin gene-related peptide,
neurokinins, mu-opioid, galanin, somatostatin, neurotensin and vasoactive intestina

polypeptide receptors. J Comp Neurol 354:253-281.

Karki N, Kuntzman R, Brodie BB (1962) Storage, synthesis and metabolism of

monoamines in the developing brain. J Neurochem 9:53-58.

Kehoe P, Blass EM (1986a) Behaviorally functional opioid systems in infant rats: I.
Evidence for olfactory and gustatory classical conditioning. Behav Neurosci 100:359-
367.

Kehoe P, Blass EM (1986b) Behaviorally functiona opioid systems in infant rats: I1.
Evidence for pharmacological, physiological, and psychological mediation of pain and
stress. Behav Neurosci 100:624-630.

Kehoe P, Blass EM (1986¢) Central nervous system mediation of positive and negative

reinforcement in neonatal albino rats. Brain Res 392:69-75.

Kehoe P, Blass EM (1986d) Opioid-mediation of separation distress in 10-day-old rats:
reversal of stress with maternal stimuli. Dev Psychobiol 19:385-398.

Kehoe P, Blass EM (1989) Conditioned opioid release in ten-day-old rats. Behav
Neurosci 103:423-428.

266



Keltner JR, Furst A, Fan C, Redfern R, Inglis B, Fields HL (2006) Isolating the
modulatory effect of expectation on pain transmission: a functional magnetic resonance
imaging study. J Neurosci 26:4437-4443.

Kenny JT, Blass EM (1977) Suckling as Incentive to Instrumental Learning in
Preweanling Rats. Science 196:898-899.

Kent JL, Pert CB, Herkenham M (1981) Ontogeny of opiate receptors in rat forebrain:
Visualization by in vitro autoradiography. Developmental Brain Research 2:487-504.

Kiefel IM, Ross GC, Bodnar RJ (1993) Medullary mu and delta opioid receptors
modul ate mesencephalic morphine analgesiain rats. Brain Res 624:151-161.

Kieffer BL, Gaveriaux-Ruff C (2002) Exploring the opioid system by gene knockout.
Prog Neurobiol 66:285-306.

King MA, Bradshaw S, Chang AH, Pintar JE, Pasternak GW (2001) Potentiation of
opioid analgesia in dopamine2 receptor knock-out mice: evidence for atonically active
anti-opioid system. JNeurosci 21:7788-7792.

Kirby ML (1981) Development of opiate receptor binding in rat spinal cord. Brain Res
205:400-404.

Kitchen I, Ledlie FM, Kelly M, Barnes R, Crook TJ, Hill RG, Borsodi A, Toth G,
Melchiorri P, Negri L (1995) Development of delta-opioid receptor subtypes and the
regulatory role of weaning: radioligand binding, autoradiography and in situ
hybridization studies. J Pharmacol Exp Ther 275:1597-1607.

Kitchen I, Slowe SJ, Matthes HW, Kieffer B (1997) Quantitative autoradiographic
mapping of mu-, delta- and kappa-opioid receptors in knockout mice lacking the mu-

opioid receptor gene. Brain Res 778:73-88.

Koob GF, Volkow ND (2009) Neurocircuitry of Addiction. Neuropsychopharmacol ogy
35:217-238.

267



Korczynski W, Ceregrzyn M, Matyjek R, Kato I, Kuwahara A, Wolinski J, Zabielski R
(2006) Central and local (enteric) action of orexins. J Physiol Pharmacol 57 Suppl 6:17-
42.

Korotkova TM, Sergeeva OA, Eriksson KS, Haas HL, Brown RE (2003) Excitation of
Ventral Tegmental Area Dopaminergic and Nondopaminergic Neurons by

Orexins/Hypocretins. J Neurosci 23:7-11.

Kovéacs KJ (2008) Measurement of Immediate Early Gene Activation - c-fos and
beyond. Journal of Neuroendocrinology 20:665-672.

Kringelbach ML, O'Doherty J, Rolls ET, Andrews C (2003) Activation of the Human
Orbitofrontal Cortex to a Liquid Food Stimulus is Correlated with its Subjective
Pleasantness. Cereb Cortex 13:1064-1071.

Kudielka BM, Kirschbaum C (2005) Sex differences in HPA axis responses to stress: a
review. Biological Psychology 69:113-132.

Kupferberg HJ, Way EL (1963) Pharmacologic basis for the increased sensitivity of the
newborn rat to morphine. J Pharmacol Exp Ther 141:105-112.

La Prairie JL, Johns ME, Murphy AZ (2008) Preemptive morphine analgesia attenuates
the long-term consequences of neonata inflammation in male and female rats. Pediatr
Res 64:625-630.

La Prairie JL, Murphy AZ (2009) Neonatal injury alters adult pain sensitivity by
increasing opioid tone in the periaqueductal gray. Front Behav Neurosci 3:31.

La Prairie JL, Murphy AZ (2010) Long-term impact of neonatal injury in male and
femae rats. Sex differences, mechanisms and clinica implications. Front

Neuroendocrinol.

La Prairie JL, Murphy AZ (2007) Female rats are more vulnerable to the long-term
consequences of neonatal inflammatory injury. Pain 132:S124-S133.

268



LaBuda CJ, Fuchs PN (2000) A Behavioral Test Paradigm to Measure the Aversive
Quality of Inflammatory and Neuropathic Pain in Rats. Experimental Neurology
163:490-494.

Langhoff-Roos J, Kesmodel U, Jacobsson B, Rasmussen S, Vogel | (2006) Spontaneous
preterm delivery in primiparous women at low risk in Denmark: population based study.
BMJ 332:937-939.

Laviola G, Dell'Omo G, Alleva E, Bignami G (1992) Ontogeny of cocaine hyperactivity
and conditioned place preference in mice. Psychopharmacology 107:221-228.

Lawrence AJ, Cowen MS, Yang HJ, Chen F, Oldfield B (2006) The orexin system
regul ates a cohol-seeking in rats. Br J Pharmacol 148:752-759.

Le Merrer J, Becker JA, Befort K, Kieffer BL (2009) Reward processing by the opioid
system in the brain. Physiol Rev 89:1379-1412.

Le Moa M, Koob GF (2005) Drug addiction: Pathways to the disease and
pathophysiological perspectives. European Neuropsychopharmacology 17:377-393.

Legg ED, Novegarque A, Rice ASC (2009) The Three Ages of Rat: The influence of
rodent age on affective and cognitive outcome measures in peripheral neuropathic pain.
Pain 144:12-13.

Leknes S, Brooks JC, Wiech K, Tracey | (2008) Pain relief as an opponent process. a
psychophysical investigation. Eur J Neurosci 28:794-801.

Leknes S, Tracey | (2008) A common neurobiology for pain and pleasure. Nat Rev
Neurosci 9:314-320.

Ledie FM, Tso S, Hurlbut DE (1982) Differential appearance of opiate receptor
subtypes in neonatal rat brain. Life Sciences 31:1393-1396.

Levine J, Gordon N, Jones R.T., Fields HL (1978a) The narcotic antagonist naloxone
enhances clinical pain. Nature 272:826-827.

269



Levine JD, Gordon NC, Fields HL (1978b) The mechanism of placebo analgesia
Lancet 2:654-657.

Levinsson A, Luo XL, Holmberg H, Schouenborg J (1999) Developmenta Tuning in a
Spinal Nociceptive System: Effects of Neonatal Spinalization. J Neurosci 19:10397-
10403.

Lewis SJG, Barker RA (2009) Understanding the dopaminergic deficits in Parkinson's
disease: Insights into disease heterogeneity. J Clin Neurosci 16:620-625.

Li J, Waker SM, Fitzgeradd M, Baccel ML (2009) Activity-Dependent Modulation of
Glutamatergic Signaling in the Developing Rat Dorsal Horn by Early Tissue Injury. J
Neurophysiol 102:2208-2219.

Li Y, Li S, We C, Wang H, Sui N, Kirouac GJ (2010a) Changes in emotional behavior
produced by orexin microinjections in the paraventricular nucleus of the thalamus.
Pharmacol ogy Biochemistry and Behavior 95:121-128.

Li Z, Zharikova A, Vaughan CH, Bastian J, Zandy S, Esperon L, Axman E, Rowland
NE, Peris J (2010b) Intermittent high-dose ethanol exposures increase motivation for
operant ethanol self-administration: Possible neurochemica mechanism. Brain Research
1310:142-153.

Lidow MS (2002) Long-term effects of neonatal pain on nociceptive systems. Pain
99:377-383.

Lidow MS, Song ZM, Ren K (2001) Long-term effects of short-lasting early local
inflammatory insult. Neuroreport 12:399-403.

Liebmann JM, Butcher LL (1974) Comparative involvement of dopamine and
noradrenaline in rate-free self-stimulation in substantia nigra, lateral hypothalamus, and
mesencephalic central gray. Naunyn-Schmiedeberg's Archives of Pharmacology
284:167-194.

270



Lin L, Faraco J, Li R, Kadotani H, Rogers W, Lin X, Qiu X, de Jong PJ, Nishino S,
Mignot E (1999) The Sleep Disorder Canine Narcolepsy Is Caused by a Mutation in the
Hypocretin (Orexin) Receptor 2 Gene. Cell 98:365-376.

Lin X, Wang Q, J J (2010) Role of MEK-ERK pathway in morphine-induced
conditioned place preference in ventral tegmental area of rats. Journal of Neuroscience
Research ePub ahead of Print.

Lippmann M, Bress A, Nemeroff CB, Plotsky PM, Monteggia LM (2007) Long-term
behavioural and molecular alterations associated with maternal separation in rats. Eur J
Neurosci 25:3091-3098.

Lithgow T, Barr GA (1984) Self-stimulation in 7- and 10-day-old rats. Behav Neurosci
98:479-486.

Litvin Y, Blanchard DC, Blanchard RJ (2007) Rat 22kHz ultrasonic vocalizations as
alarm cries. Behav Brain Res 182:166-172.

Liu RJ, van den Pol AN, Aghganian GK (2002) Hypocretins (orexins) regulate
serotonin neurons in the dorsal raphe nucleus by excitatory direct and inhibitory indirect
actions. J Neurosci 22:9453-9464.

Loizou LA, Salt P (1970) Regiona changes in monoamines of the rat brain during
postnatal development. Brain Res 20:467-470.

Maldonado R, Saiardi A, Vaverde O, Samad TA, Roques BP, Borrelli E (1997)
Absence of opiate rewarding effects in mice lacking dopamine D2 receptors. Nature
388:586-589.

Mao J (1999) NMDA and opioid receptors. their interactions in antinociception,
tolerance and neuroplasticity. Brain Res Rev 30:289-304.

Mao J, Price DD, Mayer DJ (1995) Mechanisms of hyperalgesia and morphine

tolerance: a current view of their possible interactions. Pain 62:259-274.

271



Markou A, Koob GF (1991) Postcocaine anhedonia. An anima model of cocaine
withdrawal. Neuropsychopharmacology 4:17-26.

Marsh DF, Hatch DJ, Fitzgerald M (1997) Opioid systems and the newborn. Br J
Anaesth 79:787-795.

Marsh D, Dickenson A, Hatch D, Fitzgerald M (1999a) Epidura opioid analgesia in
infant rats |: mechanical and heat responses. Pain 82:23-32.

Marsh D, Dickenson A, Hatch D, Fitzgerad M (1999b) Epidura opioid analgesia in

infant rats |1: responses to carrageenan and capsaicin. Pain 82:33-38.

Martini L, Whistler JL (2007) The role of mu opioid receptor desensitization and

endocytosis in morphine tolerance and dependence. Curr Opin Neurobiol 17:556-564.

Matthes HW, Maldonado R, Simonin F, Vaverde O, Slowe S, Kitchen I, Befort K,
Dierich A, Le MM, Dolle P, Tzavara E, Hanoune J, Roques BP, Kieffer BL (1996) Loss
of morphine-induced analgesia, reward effect and withdrawal symptomsin mice lacking

the mu-opioid-receptor gene. Nature 383:819-823.

Mayer DJ, Liebeskind JC (1974) Pain reduction by focal electrical stimulation of the
brain: an anatomical and behavioral analysis. Brain Res 68:73-93.

McAllister AK (2000) Cellular and Molecular Mechanisms of Dendrite Growth. Cereb
Cortex 10:963-973.

McArthur S, McHale E, Daley JW, Buckingham JC, Gillies GE (2005) Altered
mesencephalic dopaminergic populations in adulthood as a consequence of brief

perinatal glucocorticoid exposure. J Neuroendocrinol 17:475-482.

McBride WJ, Murphy JM, Ikemoto S (1999) Localization of brain reinforcement
mechanisms: intracrania self-administration and intracrania place-conditioning studies.
Behav Brain Res 101:129-152.

272



McClure SM, Daw ND, Read Montague P (2003) A computational substrate for

incentive salience. Trends in Neurosciences 26:423-428.

McCutcheon JE, Marinelli M (2009) Age matters. European Journal of Neuroscience
29:997-1014.

McDowell J, Kitchen | (1987) Development of opioid systems. peptides, receptors and
pharmacology. Brain Res Rev 12:397-421.

McEwen BS (1998) Stress, adaptation, and disease. Allostasis and allostatic load. Ann
N 'Y Acad Sci 840:33-44.

McEwen BS (2004) Protection and damage from acute and chronic stress: alostasis and
allostatic overload and relevance to the pathophysiology of psychiatric disorders. Ann N
Y Acad Sci 1032:1-7.

McKelvy AD, Sweitzer SM (2009) Decreased opioid analgesiain weanling rats exposed
to endothelin-1 during infancy. Neuroscience Letters 466:144-148.

McPhie AA, Barr GA (2000) The role of opioid receptors in morphine withdrawal in
theinfant rat. Brain Res Dev Brain Res 124:73-80.

McPhie AA, Barr GA (2009) Regional Fos expression induced by morphine withdrawal
in the 7-day-old rat. Dev Psychobiol 51:544-552.

Meaney MJ (2001) Maternal care, gene expression, and the transmission of individual

differencesin stress reactivity across generations. Ann Rev Neurosci 24:1161-1192.

Meaney MJ, Brake W, Gratton A (2001) Environmental regulation of the devel opment
of mesolimbic dopamine systems. a neurobiological mechanism for vulnerability to
drug abuse? Psychoneuroendocrinology 27:127-138.

Mendez I, Tryjillo K (2008) NMDA receptor antagonists inhibit opiate antinociceptive
tolerance and locomotor sensitization in rats. Psychopharmacol ogy 196:497-5009.

273



Meredith P, Strong J, Feeney JA (2006a) Adult attachment, anxiety, and pain self-
efficacy as predictors of pain intensity and disability. Pain 123:146-154.

Meredith PJ, Strong J, Feeney JA (2006b) The relationship of adult attachment to
emotion, catastrophizing, control, threshold and tolerance, in experimentally-induced
pain. Pain 120:44-52.

Meyer-Rosberg K, Kvarnstrom A, Kinnman E, Gordh T, Nordfors LO, Kristofferson A
(2001) Periphera neuropathic pain--a multidimensional burden for patients. European
Journal of Pain 5:379-389.

Mirenowicz J, Schultz W (1996) Preferentia activation of midbrain dopamine neurons
by appetitive rather than aversive stimuli. Nature 379:449-451.

Mobarakeh JI, Takahashi K, Sakurada S, Nishino S, Watanabe H, Kato M, Yanai K
(2005) Enhanced antinociception by intracerebroventricularly and intrathecally-
administered orexin A and B (hypocretin-1 and -2) in mice. Peptides 26:767-777.

Mogil JS (2009) Anima models of pain: progress and challenges. Nat Rev Neurosci
10:283-294.

Moles A, Kieffer BL, D'Amato FR (2004) Deficit in attachment behavior in mice
lacking the mu-opioid receptor gene. Science 304:1983-1986.

Montgomery KC (1955) The relation between fear induced by novel stimulation and
exploratory behavior. Journal of comparative and physiological psychology 48:254-260.

Moran TH, Lew MF, Blass EM (1981) Intracranial self-stimulation in 3-day-old rat
pups. Science 214:1366-1368.

Moreau JL, Fields HL (1986) Evidence for GABA involvement in midbrain control of
medullary neurons that modul ate nociceptive transmission. Brain Research 397:37-46.

274



Mori T, Ito S, Kuwaki T, Yanagisawa M, Sakurai T, Sawaguchi T (2010)
Monoaminergic neuronal changes in orexin deficient mice. Neuropharmacology
58:826-832.

Murat |, Delleur MM, Esteve C, Egu JF, Raynaud P, Saint-Maurice C (1987)
Continuous extradural anaesthesiain children. Clinical and haemodynamic implications.
Br J Anaesth 59:1441-1450.

Museo E, Wise RA (1994) Place preference conditioning with ventral tegmental
injections of cytisine. Life Sciences 55:1179-1186.

Nair SG, Golden SA, Shaham Y (2008) Differentia effects of the hypocretin 1 receptor
antagonist SB 334867 on high-fat food self-administration and reinstatement of food
seeking in rats. Br J Pharmacol 154:406-416.

Nambu T, Sakurai T, Mizukami K, Hosoya Y, Yanagisawa M, Goto K (1999)
Distribution of orexin neuronsin the adult rat brain. Brain Research 827:243-260.

Nandi R, Fitzgerald M (2005) Opioid analgesia in the newborn. European Journal of
Pain 9:105-108.

Nandi R, Beacham D, Middleton J, Koltzenburg M, Howard RF, Fitzgerald M (2004)
The functiona expression of mu opioid receptors on sensory neurons is
developmentally regulated; morphine analgesia is less selective in the neonate. Pain
111:38-50.

Narita M, Kishimoto Y, Ise Y, Ygima Y, Misawa K, Suzuki T (2005) Direct Evidence
for the Involvement of the Mesolimbic kappa-Opioid System in the Morphine-Induced
Rewarding Effect Under an Inflammatory Pain-Like State. Neuropsychopharmacol ogy
30:111-118.

Narita M, Nagumo Y, Hashimoto S, Narita M, Khotib J, Miyatake M, Sakurai T,
Yanagisawa M, Nakamachi T, Shioda S, Suzuki T (2006) Direct Involvement of
Orexinergic Systems in the Activation of the Mesolimbic Dopamine Pathway and
Related Behaviors Induced by Morphine. J Neurosci 26:398-405.

275



Narita M, Suzuki M, Ima S, Narita M, Ozaki S, Kishimoto Y, Oe K, Yagima Y,
Yamazaki M, Suzuki T (2004a) Molecular mechanism of changes in the morphine-
induced pharmacological actions under chronic pain-like state: Suppression of
dopaminergic transmission in the brain. Life Sciences 74:2655-2673.

Narita M, Suzuki M, Narita M, Ygima Y, Suzuki R, Shioda S, Suziki T (2004b)
Neuronal protein kinase C-dependent proliferation and hypertrophy of spinal cord
astrocytes following repeated in vivo administration of morphine. European Journal of
Neuroscience 19:479-484.

Nestler EJ (2004) Molecular mechanisms of drug addiction. Neuropharmacology 47:24-
32.

Neugebauer V, Li W, Bird GC, Han JS (2004) The amygdala and persistent pain.
Neuroscientist 10:221-234.

Niikura K, Narita M, Narita M, Nakamura A, Okutsu D, Ozeki A, Kurahashi K,
Kobayashi Y, Suzuki M, Suzuki T (2008) Direct evidence for the involvement of
endogenous [betal-endorphin in the suppression of the morphine-induced rewarding
effect under a neuropathic pain-like state. Neuroscience Letters 435:257-262.

Nixdorf-Bergweiler BE, Albrecht D, Heinemann U (1994) Developmental changes in
the number, size, and orientation of GFAP-positive cells in the CA1 region of rat
hippocampus. Glia 12:180-195.

Noble M, Treadwell JR, Tregear SJ, Coates VH, Wiffen PJ, Akafomo C, Schoelles KM
(2010) Long-term opioid management for chronic non-cancer pain. Cochrane Database
of Systematic Reviews Reviews 2010: DOI: 10.1002/14651858.CD006605.pub2.

Noisin EL, Thomas WE (1988) Ontogeny of dopaminergic function in the rat midbrain
tegmentum, corpus striatum and frontal cortex. Brain Res 469:241-252.

Noriuchi M, Kikuchi Y, Senoo A (2008) The Functional Neuroanatomy of Maternal
Love: Mother's Response to Infant's Attachment Behaviors. Biological Psychiatry
63:415-423.

276



Nugent FS, Penick EC, Kauer JA (2007) Opioids block long-term potentiation of
inhibitory synapses. Nature 446:1086-1090.

Nunez JF, Ferre P, Escorihuela RM, Tobena A, Fernandez-Teruel A (1996) Effects of
postnatal handling of rats on emotional, HPA-axis, and prolactin reactivity to novelty
and conflict. Physiol Behav 60:1355-1359.

O'Callaghan JP, Holtzman SG (1976) Prenatal administration of morphine to the rat:
tolerance to the analgesic effect of morphine in the offspring. J Pharmacol Exp Ther
197:533-544.

Oberlander TF, Grunau RE, Whitfield MF, Fitzgerald C, PFitfield S, Saul JP (2000)
Biobehavioral pain responses in former extremely low birth weight infants at four
months' corrected age. Pediatrics 105:€6.

Olds J, Milner P (1954) Positive reinforcement produced by electrical stimulation of
septal area and other regions of rat brain. Journal of comparative and physiological
psychology 47:419-427.

Olds J (1958) Self-Stimulation of the Brain: Its Use To Study Local Effects of Hunger,
Sex, and Drugs. Science 127:315-324.

Olds J (1962) Hypothalamic Substrates of Reward. Physiol Rev 42:554-604.

Olds ME, Williams KN (1980) Self-administration of D-Ala2-Met-enkephalinamide at
hypothalamic self-stimulation sites. Brain Research 194:155-170.

Olmstead MC, Franklin KBJ (1996) Differentia effects of ventral striatal lesions on the
conditioned place preference induced by morphine or amphetamine. Neuroscience
71:701-708.

Ozaki S, Narita M, Narita M, lino M, Sugita J, Matsumura Y, Suzuki T (2002)
Suppression of the morphine-induced rewarding effect in the rat with neuropathic pain:
implication of the reduction in mu-opioid receptor functions in the ventral tegmental
area. J Neurochem 82:1192-1198.

277



Ozaki S, NaritaM, NaritaM, Ozaki M, Khotib J, Suzuki T (2004) Role of extracellular
signal-regulated kinase in the ventral tegmental area in the suppression of the morphine-
induced rewarding effect in mice with sciatic nerve ligation. J Neurochem 88:1389-
1397.

Ozaki S, Snider WD (1997) Initial trgjectories of sensory axons toward laminar targets
in the devel oping mouse spinal cord. J Comp Neurol 380:215-229.

Palmiter RD (2008) Dopamine signaling in the dorsal striatum is essential for motivated
behaviors. lessons from dopamine-deficient mice. Ann N 'Y Acad Sci 1129:35-46.

Pan L, Xu J, Yu R, Xu MM, Pan YX, Pasternak GW (2005) Identification and
characterization of six new alternatively spliced variants of the human mu opioid

receptor gene, Oprm. Neuroscience 133:209-220.

Parsons CE, Young KS, Murray L, Stein A, Kringelbach ML (2010) The functional
neuroanatomy of the evolving parent-infant relationship. Progress in Neurobiology ePub
ahead of print.

Pavliov IP (1927) Conditioned Reflexes: An Investigation of the Physiological Activity
of the Cerebral Cortex. London: Oxford University Press.

Pawlak CR, Ho YJ, Schwarting RKW (2008) Anima models of human
psychopathology based on individual differences in novelty-seeking and anxiety.
Neuroscience & Biobehavioral Reviews 32:1544-1568.

Paxinos G, Watson C (2004) The Rat Brain in Stereotaxic Coordinates. New Y ork:

Academic Press.

Perrine SA, Shelkh IS, Nwaneshiudu CA, Schroeder JA, Unterwald EM (2008)
Withdrawal from chronic administration of cocaine decreases delta opioid receptor
signading and increases anxiety- and depression-like behaviors in the rat.
Neuropharmacology 54:355-364.

278



Perry J, Carroll M (2008) The role of impulsive behavior in drug abuse.
Psychopharmacology 200:1-26.

Peters IWB, Schouw R, Anand KJS, van Dijk M, Duivenvoorden HJ, Tibboel D (2005)
Does neonatal surgery lead to increased pain sensitivity in later childhood? Pain
114:444-454.

Petrovic P, Kalso E, Petersson KM, Ingvar M (2002) Placebo and Opioid Anagesia--
Imaging a Shared Neuronal Network. Science 295:1737-1740.

Peyron C, Tighe DK, van den Pol AN, de Lecea L, Heller HC, Sutcliffe JG, Kilduff TS
(1998) Neurons Containing Hypocretin (Orexin) Project to Multiple Neuronal Systems.
JNeurosci 18:9996-10015.

Phillips AG, LePiane FG (1982) Reward produced by microinjection of (D-Ala2),Met5-
enkephalinamide into the ventral tegmental area. Behavioural Brain Research 5:225-
229.

Phillips AG, LePiane FG (1980) Reinforcing effects of morphine microinjection into the
ventral tegmental area. Pharmacol Biochem Behav 12:965-968.

Pickel VM, Suma KK, Miller RJ (1982) Early prenatal development of substance P and
enkephalin-containing neuronsin the rat. J Comp Neurol 210:411-422.

Pierce RC, Crawford CA, Nonneman AJ, Mattingly BA, Bardo MT (1990) Effect of
forebrain dopamine depletion on novelty-induced place preference behavior in rats.
Pharmacology Biochemistry and Behavior 36:321-325.

Pieretti S, dAmore A, Loizzo A (1991) Long-Term Changes Induced by Devel opmental
Handling on Pain Threshold: Effects of Morphine and Naoxone. Behavioral
Neuroscience 105:215-218.

Plaza-Zabada A, Martin-Garcia E, de LL, Madonado R, Berrendero F (2010)
Hypocretins regulate the anxiogenic-like effects of nicotine and induce reinstatement of
ni cotine-seeking behavior. J Neurosci 30:2300-2310.

279



Porter LS, Davis D, Keefe FJ (2007) Attachment and pain: Recent findings and future
directions. Pain 128:195-198.

Potrebic SB, Fields HL, Mason P (1994) Serotonin immunoreactivity is contained in
one physiological cell classin therat rostral ventromedial medulla. J Neurosci 14:1655-
1665.

Price DD (1999) Psychologica Mechanisms of Pain and Analgesia. Seattle, WA: IASP

Press.

Pruitt DL, Bolanos CA, McDougall SA (1995) Effects of dopamine D1 and D2 receptor
antagonists on cocaine-induced place preference conditioning in preweanling rats. Eur J
Pharmacol 283:125-131.

Ramos A (2008) Animal models of anxiety: do | need multiple tests? Trends in
Pharmacological Sciences 29:493-498.

Rees CA (2005) Thinking about children's attachments. Arch Dis Child 90:1058-1065.

Ren K, Anseloni V, Zou S-P, Wade EB, Novikova Sl, Ennis M, Traub RJ, Gold MS,
Dubner R, Lidow MS (2004) Characterization of basal and re-inflammation-associated
long-term alteration in pain responsivity following short-lasting neonatal local
inflamatory insult. Pain 110:588-596.

Ren K, Dubner R (2002) Descending modulation in persistent pain: an update. Pain
100:1-6.

Ren K, Novikova SI, He F, Dubner R, Lidow MS (2005) Neonatal local noxious insult
affects gene expression in the spinal dorsal horn of adult rats. Mol Pain 1:27.

Reynolds ML, Fitzgerald M (1995) Long-term sensory hyperinnervation following
neonatal skin wounds. J Comp Neurol 358:487-498.

Reynolds SM, Berridge KC (2002) Positive and negative motivation in nucleus
accumbens shell: bivalent rostrocaudal gradients for GABA-€licited eating, taste

280



"liking"/"digliking" reactions, place preference/avoidance, and fear. J Neurosci 22:7308-
7320.

Rho JM, Storey TW (2001) Molecular ontogeny of major neurotransmitter receptor
systems in the mammalian central nervous system: norepinephrine, dopamine,
serotonin, acetylcholine, and glycine. J Child Neurol 16:271-280.

Rhodes G, Geddes K, Jeffery L, Dziurawiec S, Clark A (2002) Are average and
symmetric faces attractive to infants? Discrimination and looking preferences.
Perception 31:315-321.

Ririe DGM, Bremner LRP, Fitzgerald M (2008) Comparison of the Immediate Effects
of Surgica Incision on Dorsal Horn Neurona Receptive Field Size and Responses
during Postnatal Development. Anesthesiology 109:698-706.

Ririe DGM, Vernon TLB, Tobin JRM, Eisenach JCM (2003) Age-dependent Responses
to Therma Hyperagesia and Mechanica Allodynia in a Rat Model of Acute
Postoperative Pain. Anesthesiology 99:443-448.

Rivkin MJ (2000) Developmental neuroimaging of children using magnetic resonance
techniques. Ment Retard Dev Disabil Res Rev 6:68-80.

Robbins TW (2002) The 5-choice seria reaction time task: behavioural pharmacology
and functiona neurochemistry. Psychopharmacol ogy 163:362-380.

Roberts DCS, Koob GF, Klonoff P, Fibiger HC (1980) Extinction and recovery of
cocaine self-administration following 6-hydroxydopamine lesions of the nucleus
accumbens. Pharmacol ogy Biochemistry and Behavior 12:781-787.

Robinson ES, Eagle DM, Economidou D, Theobald DE, Mar AC, Murphy ER, Robbins
TW, Daley JW (2009) Behavioural characterisation of high impulsivity on the 5-choice
serial reaction time task: specific deficits in ‘waiting' versus 'stopping’. Behav Brain Res
196:310-316.

281



Robinson TE, Berridge KC (1993) The neural basis of drug craving: an incentive-
sensitization theory of addiction. Brain Res Brain Res Rev 18:247-291.

Rodgers RJ (1997) Animal models of 'anxiety': where next? Behavioural Pharmacol ogy
8:477-496.

Rolls ET (2000) Memory Systems in the Brain. Annual Review of Psychology 51:599-
630.

Rozisky JR, Dantas G, Adachi LS, Alves VS, Ferreira MBC, Sarkis JJF, Torres ILDS
(2008) Long-term effect of morphine administration in young rats on the analgesic
opioid response in adult life. Int J Dev Neuro 26:561-565.

Ruda MA, Ling QD, Hohmann AG, Peng YB, Tachibana T (2000) Altered Nociceptive
Neuronal Circuits After Neonatal Peripheral Inflammation. Science 289:628-630.

Ruis RA, Barg J, Bem WT, Coscia CJ, Loh YP (1991) The prenatal developmental
profile of expression of opioid peptides and receptors in the mouse brain. Brain Res Dev
Brain Res 58:237-241.

Saeki S, Yaksh T (1993) Suppression of nociceptive responses by spinal mu agonists:
Effects of stimulus intensity and agonist efficacy. Anesthesia and Analgesia 77:265-
274.

Sakurai T, et a. (1998) Orexins and Orexin Receptors. A Family of Hypothalamic
Neuropeptides and G Protein-Coupled Receptors that Regulate Feeding Behavior. Cell
92:573-585.

Sale A, Berardi N, Maffei L (2009) Enrich the environment to empower the brain.
Trends in Neurosciences 32:233-239.

Sandkuhler J (1996) The organization and function of endogenous antinociceptive
systems. Progress in Neurobiology 50:49-81.

282



Schambra UB, Duncan GE, Breese GR, Fornaretto MG, Caron MG, Fremeau J (1994)
Ontogeny of Dla and D2 dopamine receptor subtypes in rat brain using in situ

hybridization and receptor binding. Neuroscience 62:65-85.

Schechter MD (1992) Rats bred for differences in preference to cocaine: Other
behavioral measurements. Pharmacology Biochemistry and Behavior 43:1015-1021.

Schmelzle-Lubiecki BM, Campbell KAA, Howard RH, Franck L, Fitzgerad M (2007)
Long-term consequences of early infant injury and trauma upon somatosensory
processing. Eur JPain 11:799-809.

Scholz J, Woolf CJ (2002) Can we conguer pain? Nat Neurosci.

Schultz W (2001) Reward signaling by dopamine neurons. Neuroscientist 7:293-302.

Schultz W (2007) Multiple dopamine functions at different time courses. Annu Rev
Neurosci 30:259-288.

Schultz W, Tremblay L, Hollerman JR (1998) Reward prediction in primate basa
ganglia and frontal cortex. Neuropharmacology 37:421-429.

Schweinhardt P, Seminowicz DA, Jaeger E, Duncan GH, Bushnell MC (2009) The
Anatomy of the Mesolimbic Reward System: A Link between Personality and the
Placebo Analgesic Response. J Neurosci 29:4882-4887.

Scott DJ, Stohler CS, Egnatuk CM, Wang H, Koeppe RA, Zubieta JK (2007) Individual
differences in reward responding explain placebo-induced expectations and effects.
Neuron 55:325-336.

Scott DJ, Stohler CS, Egnatuk CM, Wang H, Koeppe RA, Zubieta JK (2008) Placebo
and nocebo effects are defined by opposite opioid and dopaminergic responses. Arch
Gen Psychiatry 65:220-231.

Sdf DW, Stein L (1993) Pertussis toxin attenuates intracranial morphine self-
administration. Pharmacol Biochem Behav 46:689-695.

283



Sell LA, Morris J, Bearn J, Frackowiak RSJ, Friston KJ, Dolan RJ (1999) Activation of
reward circuitry in human opiate addicts. European Journal of Neuroscience 11:1042-
1048.

Seminowicz DA, Laferriere AL, Millecamps M, Yu JSC, Coderre TJ, Bushnell CM
(2009) MRI structural brain changes associated with sensory and emotional function in

arat model of long-term neuropathic pain. Neurolmage 47:1007-1014.

Seymour B, O'Doherty JP, Koltzenburg M, Wiech K, Frackowiak R, Friston K, Dolan R
(2005) Opponent appetitive-aversive neural processes underlie predictive learning of
pain relief. Nat Neurosci 8:1234-1240.

Shah V, Ohlsson A (2007) Venepuncture versus heel lance for blood sampling in term
neonates. Cochrane Database Syst Rev Reviews 2007:DOl:
10.1002/14651858.CD001452.pub3.

Sharf R, Sarhan M, Brayton CE, Guarnieri DJ, Taylor JR, DiLeone RJ (2010) Orexin
Signaling Via the Orexin 1 Receptor Mediates Operant Responding for Food
Reinforcement. Biological Psychiatry Epub ahead of print.

Sharf R, Sarhan M, DiLeone RJ (2008) Orexin Mediates the Expression of Precipitated
Morphine Withdrawal and Concurrent Activation of the Nucleus Accumbens Shell.
Biological Psychiatry 64:175-183.

Shephard RA, Broadhurst PL (1982a) Effects of diazepam and of serotonin agonists on
hyponeophagia in rats. Neuropharmacol ogy 21:337-340.

Shephard RA, Broadhurst PL (1982b) Effects of diazepam and picrotoxin on
hyponeophagiain rats. Neuropharmacology 21:771-773.

Shidara M, Richmond BJ (2002) Anterior Cingulate: Single Neuronal Signals Related
to Degree of Reward Expectancy. Science 296:1709-1711.

284



Shimada C, Kurumiya S, Noguchi Y, Umemoto M (1990) The effect of neonata
exposure to chronic footshock on pain-responsiveness and sensitivity to morphine after
maturation in the rat. Behav Brain Res 36:105-111.

Shippenberg TS, Bas-Kubik R, Herz A (1993) Examination of the neurochemical
substrates mediating the motivational effects of opioids. role of the mesolimbic
dopamine system and D-1 vs. D-2 dopamine receptors. J Pharmacol Exp Ther 265:53-
59.

Shippenberg TS, Herz A (1988) Motivational effects of opioids. influence of D-1 versus
D-2 receptor antagonists. Eur J Pharmacol 151:233-242.

Shippenberg TS, Zapata A, Chefer VI (2007) Dynorphin and the pathophysiology of
drug addiction. Pharmacology & Therapeutics 116:306-321.

Siegel IM (2004) Hypocretin (orexin): Role in Normal Behavior and Neuropathology.
Annua Review of Psychology 55:125-148.

Simons SHP, van Dijk M, Anand KS, Roofthooft D, van Lingen RA, Tibboel D (2003)
Do We Still Hurt Newborn Babies?. A Prospective Study of Procedural Pain and
Anagesiain Neonates. Arch Pediatr Adolesc Med 157:1058-1064.

Skinner BF (1953) Science and Human Behavior. New Y ork: Macmillan.

Slater R, Cantarella A, Franck L, Meek J, Fitzgerald M (2008) How Well Do Clinical
Pain Assessment Tools Reflect Pain in Infants? PLoS Med 5:e€129.

Slater R, Cantarella A, Gadléella S, Worley A, Boyd S, Meek J, Fitzgerald M (2006)
Cortical Pain Responsesin Human Infants. J Neurosci 26:3662-3666.

Smith RJ, See RE, Aston-Jones G (2009) Orexin/hypocretin signaling at the orexin 1
receptor regulates cue-elicited cocaine-seeking. Eur J Neurosci 30:493-503.

Smith RJ, Tahsili-Fahadan P, Aston-Jones G (2010) Orexin/hypocretin is necessary for

context-driven cocaine-seeking. Neuropharmacol ogy 58:179-184.

285



Sora |, Takahashi N, Funada M, Ujike H, Revay RS, Donovan DM, Miner LL, Uhl GR
(1997) Opiate receptor knockout mice define mu receptor roles in endogenous
nociceptive responses and morphine-induced analgesia Proc Natl Acad Sci U S A
94:1544-1549.

Spain JW, Roth BL, Coscia CJ (1985) Differentia ontogeny of multiple opioid
receptors (mu, delta, and kappa). J Neurosci 5:584-588.

Spyraki C, Fibiger HC (1988) A role for the mesolimbic dopamine system in the
reinforcing properties of diazepam. Psychopharmacology 94:133-137.

Stanford SC (2007a) Open fields (unlike wheels) can be any shape but still miss the
target. J Psychopharmacol 21:144.

Stanford SC (2007b) The Open Field Test: reinventing the wheel. J Psychopharmacol
21:134-135.

Sternberg WF, Scorr L, Smith LD, Ridgway CG, Stout M (2005) Long-term effects of
neonatal surgery on adulthood pain behavior. Pain 113:347-353.

Stevens B, Yamada J, Ohlsson A (2004) Sucrose for analgesia in newborn infants
undergoing painful  procedures. Cochrane Database Syst Rev DOI:
10.1002/14651858.CD001069.pub2.

Stevens B, Yamada J, Ohlsson A (2010) Sucrose for analgesia in newborn infants
undergoing painful  procedures. Cochrane Database Syst Rev DOI:
10.1002/14651858.CD001069.pub3.

Stratford TR, Kelley AE (1999) Evidence of a functiona relationship between the
nucleus accumbens shell and lateral hypothalamus subserving the control of feeding
behavior. J Neurosci 19:11040-11048.

Suyama H, Kawamoto M, Shiraishi S, Gaus S, Kgjiyama S, Yuge O (2004) Analgesic

effect of intrathecal administration of orexin on neuropathic pain in rats. In Vivo
18:119-123.

286



Suzuki T, Sugano Y, Funada M, Misawa M (1995) Adrenalectomy potentiates the
morphine--but not cocaine-induced place preferencein rats. Life Sci 56:L.339-L.344.

Suzuki T, Kishimoto Y, Misawa M (1996) Formalin- and carrageenan-induced
inflammation attenuates place preferences produced by morphine, methamphetamine
and cocaine. Life Sci 59:1667-1674.

Taber MT, Das S (1995) Cortical Regulation of Subcortical Dopamine Release:
Mediation viathe Ventral Tegmental Area. J Neurochem 65:1407-1410.

Taddio A, Katz J (2004) Pain, opioid tolerance and sensitisation to nociception in the
neonate. Best Practice & Research Clinical Anaesthesiology 18:291-302.

Taddio A, Katz J, llersich AL, Koren G (1997) Effect of neonatal circumcision on pain
response during subsequent routine vaccination. The Lancet 349:599-603.

Taddio A, Shah V, Atenafu E, Katz J (2009) Influence of repeated painful procedures
and sucrose analgesia on the development of hyperalgesia in newborn infants. Pain
144:43-48.

Takita K, Herlenius EAP, Lindahl SGE, Yamamoto Y (1997) Actions of opioids on
respiratory activity via activation of brainstem mu-, delta- and kappa-receptors; an in
vitro study. Brain Res 778:233-241.

Tarazi Fl, Baldessarini RJ (2000) Comparative postnatal development of dopamine D1,
D2 and D4 receptors in rat forebrain. International Journal of Developmental
Neuroscience 18:29-37.

Tempel A, Habas J, Paredes W, Barr GA (1988) Morphine-induced downregulation of
mu-opioid receptorsin neonatal rat brain. Brain Res 469:129-133.

Tessari M, Catalano A, Pellitteri M, Di Francesco C, Marini M, Gerrard PA, Heidbreder
CA, Mélotto S (2007) Correlation between serum ghrelin levels and cocaine-seeking
behaviour triggered by cocaine-associated conditioned stimuli in rats. Addiction
Biology 12:22-29.

287



Thiébot MH, Soubrié P, Doaré L, Simon P (1984) Evidence against the involvement of
a noradrenergic mechanism in the release by diazepam of novelty-induced hypophagia

in rats. European Journal of Pharmacology 100:201-205.

Thornton SR, Smith FL (1998) Long-term alterations in opiate antinociception resulting
from infant fentanyl tolerance and dependence. European Journal of Pharmacology
363:113-119.

Thorpe AJ, Kotz CM (2005) Orexin A in the nucleus accumbens stimulates feeding and
locomotor activity. Brain Res 1050:156-162.

Torda C (1978) Effects of recurrent postnatal pain-related stressful events on opiate

receptor-endogenous ligand system. Psychoneuroendocrinology 3:85-91.

Torsney C, Meredith-Middleton J, Fitzgerad M (2000) Neonatal capsaicin treatment
prevents the normal postnatal withdrawal of A fibres from lamina Il without affecting

fos responses to innocuous periphera stimulation. Brain Res Dev Brain Res 121:55-65.

Torsney C, Fitzgerald M (2003) Spinal dorsal horn cell receptive field size is increased
in adult rats following neonatal hindpaw skin injury. The Journal of Physiology
550:255-261.

Totterdell S (2006) The anatomy of co-morbid neuropsychiatric disorders based on

cortico-limbic synaptic interactions. Neurotox Res 10:65-85.

Trivedi P, Yu H, MacNeil DJ, Van der Ploeg LHT, Guan XM (1998) Distribution of
orexin receptor mMRNA intherat brain. FEBS Letters 438:71-75.

Trujillo KA, Akil H (1991) Inhibition of morphine tolerance and dependence by the
NMDA receptor antagonist MK-801. Science 251:85-87.

Tseng KY, ODonnell P (2007) Dopamine Modulation of Prefrontal Cortical
Interneurons Changes during Adolescence. Cereb Cortex 17:1235-1240.

288



Tsujino N, Sakurai T (2009) Orexin/hypocretin: a neuropeptide at the interface of sleep,

energy homeostasis, and reward system. Pharmacol Rev 61:162-176.

Tzschentke TM (1998) Measuring reward with the conditioned place preference
paradigm: a comprehensive review of drug effects, recent progress and new issues.

Progress in Neurobiology 56:613-672.

Tzschentke TM (2007) Measuring reward with the conditioned place preference (CPP)
paradigm: update of the last decade. Addiction Biology 12:227-462.

Tzschentke TM, Schmidt WJ (1998) Discrete quinolinic acid lesions of the rat prelimbic
medial prefrontal cortex affect cocaine- and MK-801-, but not morphine- and
amphetamine-induced reward and psychomotor activation as measured with the place

preference conditioning paradigm. Behavioural Brain Research 97:115-127.

Ueda H, Ueda M (2009) Mechanisms underlying morphine analgesic tolerance and
dependence. Front Biosci 14:5260-5272.

Ungless MA (2004) Dopamine: the salient issue. Trends Neurosci 27:702-706.

Ungless MA, Whistler JL, Malenka RC, Bonci A (2001) Single cocaine exposure in
vivo induces long-term potentiation in dopamine neurons. Nature 411:583-587.

Ungless MA, Magill PJ, Bolam JP (2004) Uniform Inhibition of Dopamine Neuronsin
the Ventral Tegmental Area by Aversive Stimuli. Science 303:2040-2042.

Urban MO, Coutinho SV, Gebhart GF (1999) Biphasic Modulation of Visceral
Nociception by Neurotensin in Rat Rostral Ventromedial Medulla. J Pharmacol Exp
Ther 290:207-213.

Vaccarino AL, Kastin AJ (2001) Endogenous opiates: 2000. Peptides 22:2257-2328.

Van den Berg CL, Kitchen I, Gerrits MA, Spruijt BM, Van Ree JM (1999a) Morphine
treatment during juvenile isolation increases socia activity and opioid peptides release
in the adult rat. Brain Res 830:16-23.

289



Van den Berg CL, Van Ree JM, Spruijt BM, Kitchen | (1999b) Effects of juvenile
isolation and morphine treatment on socia interactions and opioid receptors in adult
rats. behavioural and autoradiographic studies. Eur J Neurosci 11:3023-3032.

van den Pol AN (1999) Hypothalamic hypocretin (orexin): robust innervation of the
spinal cord. J Neurosci 19:3171-3182.

van den Pol AN, Gao XB, Obrietan K, Kilduff TS, Belousov AB (1998) Presynaptic
and postsynaptic actions and modulation of neuroendocrine neurons by a new
hypothalamic peptide, hypocretin/orexin. J Neurosci 18:7962-7971.

van den Pol AN, Patrylo PR, Ghosh PK, Gao XB (2001) Lateral hypothalamus: early
developmental expression and response to hypocretin (orexin). J Comp Neurol 433:349-
363.

van der Kam EL, Vry JD, Schiene K, Tzschentke TM (2008) Differential effects of
morphine on the affective and the sensory component of carrageenan-induced
nociception in therat. Pain 136:373-379.

Van Praag H, Falcon M, Guendelman D, Frenk H (1993) The development of analgesic,
pro- and anti-convulsant opiate effectsin the rat. Ann Ist Super Sanita 29:419-429.

Van Praag H, Frenk H (1991a) Evidence for opiate tolerance in newborn rats. Brain Res
Dev Brain Res 60:99-102.

Van Praag H, Frenk H (1991b) The development of stimulation-produced analgesia
(SPA) intherat. Brain Res Dev Brain Res 64:71-76.

Vezina P, Stewart J (1987) Conditioned locomotion and place preference elicited by
tactile cues paired exclusively with morphine in an open field. Psychopharmacol ogy
91:375-380.

Vittoz NM, Schmeichel B, Berridge CW (2008) Hypocretin /orexin preferentially
activates caudomedial ventral tegmental area dopamine neurons. Eur J Neurosci
28:1629-1640.

290



Vittoz NM, Berridge CW (2005) Hypocretin/Orexin Selectively Increases Dopamine
Efflux within the Prefrontal Cortex: Involvement of the Ventra Tegmental Area.
Neuropsychopharmacol ogy 31:384-395.

Volkow ND, Fowler JS, Wang GJ, Baer R, Telang F (2009) Imaging dopaminge's role
in drug abuse and addiction. Neuropharmacology 56 Suppl 1:3-8.

von Baeyer CL, Spagrud LJ (2007) Systematic review of observational (behavioral)
measures of pain for children and adolescents aged 3 to 18 years. Pain 127:140-150.

Voorn P, Kalsbeek A, Jorritsma-Byham B, Groenewegen HJ (1988) The pre- and
postnatal development of the dopaminergic cell groups in the ventra mesencephalon

and the dopaminergic innervation of the striatum of the rat. Neuroscience 25:857-887.

Waldenstrom A, Thelin J, Thimansson E, Levinsson A, Schouenborg J (2003)
Developmental learning in a pain-related system: evidence for a cross-modality
mechanism. J Neurosci 23:7719-7725.

Waker CD, Kudreikis K, Sherrard A, Johnston CC (2003a) Repeated neonatal pain
influences maternal behavior, but not stress responsiveness in rat offspring.
Developmental Brain Research 140:253-261.

Waker CD, Xu Z, Rochford J, Celeste Johnston C (2008) Naturally occurring
variations in maternal care modulate the effects of repeated neonatal pain on behavioral

sensitivity to thermal pain in the adult offspring. Pain In Press, Corrected Proof.

Walker SM (2008) Pain in children: recent advances and ongoing challenges. Br J
Anaesth 101:101-110.

Waker SM, Meredith-Middleton J, Cooke-Yarborough C, Fitzgerald M (2003b)
Neonatal inflammation and primary afferent terminal plasticity in the rat dorsa horn.
Pain 105:185-195.

291



Walker SM, Franck LS, Fitzgerald M, Myles J, Stocks J, Marlow N (2009a) Long-term
impact of neonatal intensive care and surgery on somatosensory perception in children

born extremely preterm. Pain 141:79-87.

Walker SM, Tochiki KK, Fitzgerald M (2009b) Hindpaw incision in early life increases
the hyperalgesic response to repeat surgical injury: Critical period and dependence on
initial afferent activity. Pain 147:99-106.

Wall P, Melzack R (2005) Textbook of Pain. Edinburgh: Churchill Livingston.

Walsh RN, Cummins RA (1976) The open field test - a critical review. Psychological
Bulletin 83:482-504.

Wang G, Ji Y, Lidow MS, Traub RJ (2004) Neonatal hind paw injury alters processing
of visceral and somatic nociceptive stimuli in the adult rat. J Pain 5:440-449.

Wang J, Reichling DB, Kyrozis A, MacDermott AB (1994) Developmenta loss of
GABA- and glycine-induced depolarization and Ca’* transients in embryonic rat dorsal

horn neurons in culture. Eur J Neurosci 6:1275-1280.

Wang L, Lv Z, Hu Z, Sheng J, Hui B, Sun J, Ma L (2009a) Chronic Cocaine-Induced
H3 Acetylation and Transcriptional Activation of CaMKIlla in the Nucleus Accumbens

Is Critical for Motivation for Drug Reinforcement. Neuropsychopharmacology 35:913-
928.

Wang T, French ED (1993) Glutamate excitation of A10 dopamine neurons is
preferentially mediated by activation of NMDA receptors. extra and intracellular
electrophysiological studiesin brain slices. Brain Res 627:299-306.

Wang Y, Zhang F, Tang S, La M, Hao W, Zhang Y, Yang J, Zhou W (2009b) Lack of
effect of habenula lesion on heroin self-administration in rats. Neuroscience Letters
461:167-171.

Watanabe S, Kuwaki T, Yanagisawa M, Fukuda Y, Shimoyama M (2005) Persistent
pain and stress activate pain-inhibitory orexin pathways. Neuroreport 16:5-8.

292



Watkins LR, Hutchinson MR, Johnston IN, Maier SF (2005) Glia. novel counter-
regul ators of opioid analgesia. Trends Neurosci 28:661-669.

Weaver IC, Cervoni N, Champagne FA, D'Alessio AC, Sharma S, Seckl JR, Dymov S,
Szyf M, Meaney MJ (2004) Epigenetic programming by maternal behavior. Nat
Neurosci 7:847-854.

Wiesel TN (1982) Postnatal development of the visua cortex and the influence of
environment. Nature 299:583-591.

Wilkinson HA, Davidson KM, Davidson RI (1999) Bilateral anterior cingulotomy for

chronic noncancer pain. Neurosurgery 45:1129-1134.

Willer JC, Dehen H, Cambier J (1981) Stress-induced analgesiain humans. endogenous

opioids and naloxone-reversible depression of pain reflexes. Science 212:689-691.

Williams FG, Mullet MA, Beitz AJ (1995) Basa release of Met-enkephain and
neurotensin in the ventrolateral periaqueductal gray matter of the rat: a microdialysis

study of antinociceptive circuits. Brain Research 690:207-216.

Winsky-Sommerer R, Boutrel B, de Lecea L (2005) Stress and arousa: the
corticotrophin-releasing factor/hypocretin circuitry. Mol Neurobiol 32:285-294.

Winsky-Sommerer R, Yamanaka A, Diano S, Borok E, Roberts AJ, Sakurai T, Kilduff
TS, Horvath TL, de Lecea L (2004) Interaction between the Corticotropin-Releasing
Factor System and Hypocretins (Orexins): A Novel Circuit Mediating Stress Response.
JNeurosci 24:11439-11448.

Wise RA, Hoffman DC (1992) Localization of drug reward mechanisms by intracranial
injections. Synapse 10:247-263.

Wise RA (2002) Brain Reward Circuitry: Insights from Unsensed Incentives. Neuron
36:229-240.

Wise RA (2004) Dopamine, learning and motivation. Nat Rev Neurosci 5:483-494.

293



Wise RA, Spindler J, DeWit H, Gerber GJ (1978) Neuroleptic-Induced "Anhedonia’ in
Rats. Pimozide Blocks Reward Quality of Food. Science 201:262-264.

Wollgarten-Hadamek |1, Hohmeister J, Demirak¢a S, Zohsel K, Flor H, Hermann C
(2009) Do burn injuries during infancy affect pain and sensory sensitivity in later
childhood? Pain 141:165-172.

Wood NS, Costeloe K, Gibson AT, Hennessy EM, Marlow N, Wilkinson AR (2005)
The EPICure study: associations and antecedents of neurologica and developmental
disability at 30 months of age following extremely preterm birth. Archives of Diseasein
Childhood - Fetal and Neonatal Edition 90:F134-F140.

Wood PB (2006) Mesolimbic dopaminergic mechanisms and pain control. Pain
120:230-234.

Xu M, Hu XT, Cooper DC, Moratalla R, Graybiel AM, White FJ, Tonegawa S (1994)
Elimination  of  cocaine-induced  hyperactivity and  dopamine-mediated

neurophysiological effectsin dopamine D1 receptor mutant mice. Cell 79:945-955.

Y ahyavi-Firouz-Abadi N, See RE (2009) Anti-relapse medications. Preclinical models
for drug addiction treatment. Pharmacology & Therapeutics 124:235-247.

Yaksh TL, Yeung JC, Rudy TA (1976) Systematic examination in the rat of brain sites
sensitive to the direct application of morphine: Observation of differential effects within

the periagueducta gray. Brain Research 114:83-103.

Yamamoto T, Saito O, Shono K, Ace T, Chiba T (2003a) Anti-mechanical alodynic
effect of intrathecal and intracerebroventricular injection of orexin-A in the rat
neuropathic pain model. Neurosci Lett 347:183-186.

Yamamoto T, Saito O, Shono K, Hirasawa S (2003b) Activation of spinal orexin-1
receptor produces anti-allodynic effect in the rat carrageenan test. Eur J Pharmacol
481:175-180.

294



Zadina JE, Kastin AJ, Coy DH, Adinoff BA (1985) Developmental, behavioral, and
opiate receptor changes after prenatal or postnatal beta-endorphin, CRF, or Tyr-MIF-1.
Psychoneuroendocrinology 10:367-383.

Zhang AZ, Pasternak GW (1981) Ontogeny of opioid pharmacology and receptors:
High and low affinity site differences. Eur J Pharmacol 73:29-40.

Zhang GH, Sweitzer SM (2008) Neonatal morphine enhances nociception and decreases
analgesiain young rats. Brain Res 1199:82-90.

Zhang Y, Xiong W, Lin X, Ma X, Yu LC (2009) Receptor trafficking induced by mu-
opioid-receptor phosphorylation. Neuroscience & Biobehaviora Reviews 33:1192-
1197.

Zheng H, Patterson LM, Berthoud HR (2007) Orexin Signaling in the Ventra
Tegmental Area Is Required for High-Fat Appetite Induced by Opioid Stimulation of
the Nucleus Accumbens. J Neurosci 27:11075-11082.

Zhou QY, Quafe CJ, Pamiter RD (1995) Targeted disruption of the tyrosine
hydroxylase gene reveal s that catecholamines are required for mouse fetal development.
Nature 374:640-643.

Zhou Y, Cui CL, Schlussman SD, Choi JC, Ho A, Han JS, Kreek MJ (2008) Effects of
cocaine place conditioning, chronic escalating-dose "binge" pattern cocaine
administration and acute withdrawal on orexin/hypocretin and preprodynorphin gene
expressions in lateral hypothalamus of Fischer and Sprague-Dawley rats. Neuroscience
153:1225-1234.

Zhou Y, Bendor J, Hofmann L, Randesi M, Ho A, Kreek MJ (2006) Mu opioid receptor
and orexin/hypocretin mRNA levels in the lateral hypothalamus and striatum are
enhanced by morphine withdrawal. J Endocrinol 191:137-145.

Zhu H, Barr GA (2003) Ontogeny of NMDA receptor-mediated morphine tolerance in
the postnatal rat. Pain 104:437-447.

295



Zhuo M, Sengupta JN, Gebhart GF (2002) Biphasic Modulation of Spina Viscerd
Nociceptive Transmission From the Rostroventral Media Medulla in the Rat. J
Neurophysiol 87:2225-2236.

Zubieta JK, Bueller JA, Jackson LR, Scott DJ, Xu Y, Koeppe RA, Nichols TE, Stohler
CS (2005) Placebo Effects Mediated by Endogenous Opioid Activity on mu-Opioid
Receptors. J Neurosci 25:7754-7762.

Zubieta JK, Smith YR, Budler JA, Xu Y, Kilbourn MR, Jewett DM, Meyer CR,

Koeppe RA, Stohler CS (2001) Regional Mu Opioid Receptor Regulation of Sensory
and Affective Dimensions of Pain. Science 293:311-315.

296



