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Abstract

Background and Purpose: Beraprost is a prostacyclin analogue and IP receptor agonist
which is approved to treat pulmonary arterial hypertension (PAH) in Asia. The beraprost-314d
isomer (esuberaprost) is one of four sterecisomers contained within the racemic mixture of
beraprost. The pharmacological profile of esuberaprost is now evaluated to determine how
stereoisomer separation affects its potency and mode of action in functional assays.
Experimental Approach: Vascular tone was assessed using wire myography in rat and
human distal pulmonary arteries (PAs) pre-contracted with U46619 (100nM). HEK-293 cells
stably expressing the human IP receptor (HEK-293-1P) and pulmonary arterial smooth muscle
cells (PASMCs) derived from PAH patients were used to assess cyclic AMP (CAMP)
generation and cell proliferation, respectively.

Key Results: Esuberaprost relaxed rat PAs with a 5-fold greater potency compared with
beraprost, and effects were strongly inhibited by RO3244794 (IP receptor antagonist) or L-
NAME (NO synthase inhibitor). Esuberaprost caused EP3 receptor-dependent
vasoconstriction at high concentrations >1000nM, but contractions were 50% lower compared
to beraprost. In HEK-293-1P cells, esuberaprost was 26-fold more potent (ECso 0.4 nM) at
increasing CAMP than beraprost. In human PASMCs, esuberaprost was 40-fold more potent
than beraprost at inhibiting cell proliferation (ECso 3nM versus 120nM), contrasting the 5-
fold potency difference for cCAMP elevation. Antiproliferative effects of esuberaprost appeared
more dependent on NO than on the IP receptor. In PAs from patients with pulmonary
hypertension, esuberaprost, caused some relaxation whereas beraprost instead produced a

weak contraction.



Conclusions and Implications: Stereoisomer separation of beraprost has a significant effect
on the pharmacology of the individual isomer, esuberaprost, identified in vitro as a highly

potent prostanoid IP receptor agonist.

Key Words: vascular tone; smooth muscle cell proliferation; cyclic AMP; beraprost optical

isomers; prostanoid IP and EP3 receptors; pulmonary hypertension



1. Introduction

The pulmonary pharmacology of the prostacyclins is an area of considerable interest because
of the widespread use of prostacyclin (epoprostenol) and its stable mimetics in the treatment
of lung and other cardiovascular diseases, particularly pulmonary arterial hypertension (PAH)
[1]. Prostacyclin analogues, iloprost (inhaled, i.v.) and treprostinil (s.c., i.v., inhaled, oral) are
extensively used in the treatment of PAH, a highly proliferative, vascular remodelling disease
eventually leading to right heart failure and death [2]. Moreover, an oral formulation of the
stable prostacyclin analogue, beraprost has been approved for use in primary pulmonary

hypertension since 1999 in Asian countries such as Japan, Korea and Indonesia [2].

Beraprost is a racemic mixture consisting of equal amounts of four stereoisomers: beraprost-
314d, -314l, -315d, and -315I. Studies in vitro identified esuberaprost (beraprost-314d) as the
most pharmacologically active isomer, with the relative binding affinity of the four isomers

varying around 100 fold at a prostacyclin displaceable site in human platelets [3].

Prostacyclin and its mimetics are potent activators of the prostanoid IP receptor, a Gs-coupled
receptor linked to cyclic AMP (CAMP) elevation, vasorelaxation, inhibition of platelet
aggregation as well as to inhibition of smooth muscle cell proliferation [4-7]. However,
prostacyclin and certain analogues can activate multiple prostanoid receptors at
concentrations achieved at clinical doses, including vasodilator EP> and DP1 receptors

(treprostinil) as well as contractile prostanoid EP: (iloprost) and EP3 (prostacyclin) receptors



[1,7-9]. EP1 and EPs receptors, because they increase calcium and/or are negatively coupled
to cCAMP production through the inhibitory G-protein, Gi, they may counteract the actions of
prostacyclin and its analogues acting on IP, EP, and DP; receptors in functional assays [1].
Beraprost has a low affinity (Ki >3 uM) for the above-mentioned EP1, EP2 and DP;
prostanoid receptors, with the exception of EP3 receptors, where the K; for binding to the
human receptor is 680 nM [10]. This contrasts with selexipag, a novel non-prostanoid and IP
receptor agonist pro-drug, recently approved for the treatment of PAH [11], where the IP
receptor is considered the only significant biological target for its active metabolite, MRE-269

[7,10,12].

Previous work has shown significant dependency on endothelial-derived nitric oxide (NO) for
beraprost- and treprostinil-induced relaxation of rat pulmonary arteries in vitro [13,14]. In
contrast, relaxation to iloprost and the selexipag metabolite, MRE-269 is relatively insensitive
to removal of the endothelium in rat and human pulmonary artery, suggesting a differential
mechanism of action of these two prostacyclin mimetics compared to beraprost and

treprostinil [13,14].

To characterise more fully the pharmacological profile of the single isomer, esuberaprost, we
assessed this in terms of functional responses mediated through prostanoid IP and EP3
receptors. The dependence on NO in mediating functional effects in distal rat pulmonary

arteries and in human cultured pulmonary arterial smooth muscle cells (PASMCs) derived



from PAH patients was subsequently evaluated. Here it is demonstrated that esuberaprost
behaved as a highly potent agonist at stimulating CAMP, causing vasorelaxation in rat and
inhibiting human vascular cell proliferation, and in some assays, was more potent compared
with the raecemic mixture, beraprost than could be predicted from a “single active isomer”
hypothesis. This may result in part from the pharmacological effects of other isomer(s)

contained in the beraprost mixture thwarting its activity.

2. Materials and Methods

2.1 Materials

Beraprost sodium and esuberaprost (potassium salt) were provided by Lung Biotechnology
(Silver Spring, MD, USA) and treprostinil by United Therapeutics Corp. (Silver Spring, MD,
USA). lloprost (50:50 R/S isomer; CAY 18215) and RO1138452 (CAY 10441) were
purchased from Cambridge Bioscience Ltd (Cambridge, UK). U46619 was purchased from
Enzo life Sciences (Exeter, UK) and L798, 106 (EPs antagonist) was purchased from Tocris
(Bristol, UK). L-NAME were purchased from Sigma Aldrich (Poole, Dorset, UK). R-3-(4-
fluoro-phenyl)-2-[5-(4-fluoro-phenyl)-benzofuran-2-ylmethoxycarbonylamino]-propion-ic
acid (RO3244794) was a gift from Roche (Palo Alto, CA, USA). Stock solutions were made
up in either distilled water (phenylephrine, acetylcholine, beraprost drugs, L-NAME) or

DMSO (treprostinil, RO3244794, RO1138452, L798,106).



2.2 Experimental Methodology

2.2.1 Group sizes

For all experiments, the number of observations (group size) is provided in the figure legends,
with a minimum of 5 independent observations performed in animals, patient samples (cell
isolates and arteries) or in HEK-293 cells stably expressing the IP receptor. For cAMP, PCR
and cell proliferation assays, measurements were performed in duplicate, triplicate or
quintuplicate, respectively and an average taken in each cell isolate to calculate the final mean

data.

2.2.2 Randomisation

Healthy adult female Sprague Dawley rats were in bred at UCL, London UK and were
randomly assigned to the experimenter based on reaching the appropriate size (ranging 250-
300 g). The pharmacological protocol was pre-determined before mounting the pulmonary
arteries in each myograph. For cell culture experiments, plates were randomly assigned to
drug treatment prior to any measurements. Pharmacological comparisons of esuberaprost and
beraprost, were made in the same cell isolates at the same passage humber (human PASMCs
or HEK-293 cells) and where possible, in blood vessels taken from the same animals or

patients.

2.2.3 Blinding

Experimental blinding was not used for this study as there was one core experimenter



responsible for each of the protocols described, where individuals also performed the
subsequent analysis. In order to limit experimental bias, analysis was not routinely performed

until experimental data set was complete.

2.2.4 Normalisation

Relaxation responses in distal pulmonary arteries were expressed as a percentage of the
contractile response induced by the thromboxane mimetic, U46619, measured just before the
addition of the lowest concentration of the vasorelaxant agonist. These were expressed as
mean percentages of the constriction + standard error of the mean (S.E.M) consistent with
previously published data [6,15,16]. This allowed for comparison of agonist responses

independent of size of vessel or contraction.

To control for variable growth rates in different PAH patient cell lines, agonist responses were
normalised to % change in cell proliferation relative to the growth response induced by serum
alone (100%) as previously described [5,7]. Likewise, CAMP levels were normalized to the
peak response induced by either beraprost or esuberaprost in each PAH cell isolate. In all
previous studies from the Clapp laboratory, phosphodiesterase (PDE) activity has not been
inhibited prior to extraction so as to assess receptor activation under “quasi”
physiological/therapeutic conditions [5,7,17]. Such an approach will inherently give rise to a

greater variation in CAMP levels, particularly in PAH cells, where PDE activity is high [1].



2.2.5 Ethical statement

All animal care and experimental procedures were approved by the institution's Animal
Welfare and Ethical Review Body of UCL and is in compliance with the guidelines of Animal
Research: Reporting of In Vivo Experiments (ARRIVE). Human lung tissue, from which
pulmonary arteries were isolated and smooth muscle cell lines derived, were obtained after
patient or relative consent with Ethics Committee approval from Great Ormond Street
Hospital (ICH and GOSH REC 05/Q0508/45) and the Assistance Public - Hopitaux de Paris

(Institutional Review Board IRB00006477, agreement No. 11-045) as previously described

[7].

2.3 Animals

The standard animal housing and care was in the central biological service unit at UCL; all
rats were housed in climate-controlled conditions with a 12-h light/dark cycle and had free
access to normal pelleted rat chow and drinking water. On the day of experiment, healthy
female Sprague—Dawley rats (20 weeks, 250-300g) were sacrificed by cervical dislocation
followed by removal of the lung. The procedure is in compliance with the guidelines of
Animal Research: Reporting of In Vivo Experiments (ARRIVE) as described previously [6].
The lung tissue was then placed in physiological salt solution (PSS) containing in mM the
following: 112 NacCl, 5, KCI, 1.8 CaClz, 1 MgCl,, 25 NaHCO3, 0.5 KH2PO3, 0.5 NaH2POs,
and 10 glucose (gassed with 95% 02/5% CO2 to pH 7.4). Third order (or lower for human)

pulmonary arterial branches were cleaned of connective tissue and cut into segments (2 mm in



length) for mounting in a wire myograph.

2.4 HEK-293-1P cell lines and culture

A HEK-293 cell line stably expressing the human IP receptor gene (HEK-293-IP) has been
generated as previously described [18]. Cells were maintained in minimal essential medium
(MEM) containing Earle’s salts and L-glutamine (Life Technologies, Paisley, UK)
supplemented with 9% foetal bovine serum (FBS; Gibco, Life Technologies, Paisley, UK),
1% penicillin-streptomycin (1000 units/ml stock; Life Technologies, Paisley, UK) and Zeocin
(400 pg/ml; Life Technologies, Paisley, UK) to maintain stable IP receptor expression. Zeocin

was not present in the culture media for actual experiments.

2.5 Source of lung tissue from patients with pulmonary hypertension (PH)

Lung samples were obtained from patients diagnosed with group 1 (PAH; n=10) and group 3
PH (PH associated with lung diseases; n=1) who had undergone surgery for lung
transplantation. Patients had a mean age of 13.3 + 3.3 yrs and a mean pulmonary artery

pressure of 64.6 £5.2 mm Hg (range 38-94 mm Hg) prior to transplantation.

2.6 Isolation and culture of PASMCs from patients with PAH
Primary cell lines of distal PASMCs (n=7) from PAH patients were derived by enzymatic
dissociation as previously described [5,7]. Cells were grown at 37°C in a humidified

atmosphere of 5% CO; in human smooth muscle basal medium-2 (SMBM; Lonza, Slough,
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UK) supplemented with 9% FBS (Life Technologies, Paisley, UK) and 1%
penicillin/streptomycin (Life Technologies, UK). After reaching confluence, cells were
washed with PBS (Life Technologies, Paisley, UK) and treated with 0.05% trypsin-EDTA
(Life Technologies, Paisley, UK) for further passage. Cells isolated and cultured in this way
displayed classic “hill and valley” morphology, and a high percentage of cells expressed

known smooth muscle cell markers [7].

2.7 Experimental Protocols

2.7.1 Small vessel myography

PAs were mounted on wires in an isometric myograph (500A JP Trading, Denmark). \essels
were continuously aerated (95% Oz, 5% CO) at 37 °C in PSS and pre-tensioned to an
equivalent of ~22 mmHg (3K Pascal). The normalised luminal diameter of each segment was
obtained as described previously [6,19], averaging 339 £+ 20 um (n=39) and 273 £ 33 um
(n=22) when pressurised in rat and human arteries, respectively. An equilibration period of at
least 1 hr was allowed during which time tissues were contracted with a single application of
the thromboxane A> mimetic, U46619 (50 nM) followed by 2-3 washes. Pulmonary arteries
were then contracted with 100 nM U46619 and the presence of functional endothelium was
assessed by examining responses to the endothelium-dependent vasorelaxant acetylcholine
(10 uM), which gave on average a 60% relaxation of the contractions induced by U46619 in

rat PAs but only 6% in human PAs obtained from patients with PH.
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Contractions were allowed to plateau, before cumulative concentration—response curves (1—
30,000 nM) were constructed for the two prostacyclin analogues, beraprost and esuberaprost
in the absence and presence of an IP receptor inhibitor, EP3 receptor inhibitor or the nitric
oxide synthase (NOS) inhibitor, No-Nitro-L-arginine methyl ester hydrochloride (L-NAME),

which were added at least 60 mins before the addition of either U46619 or phenylephrine.

2.7.2 Real-time quantitative PCR (RT-gPCR)

RNA was extracted from cultured HEK-293-1P and cDNA synthesised. The primer set of
human PGTIR (NM_000960; IP receptor), PTGER1 (NM_000955; EP receptor) PTGER2
(NM_000956; EP> receptor), PTGER3 (NM_000957; EPs receptor), PTGER4 (NM_000958;
EP4 receptor), PGTDR (NM_000953; DP: receptor), and the reference gene, B-actin
(NM_001101) were purchased from Qiagen (Manchester, UK). Real-time quantitative PCR
was performed using an automated thermal cycler (ABI Prism 7900HT; Applied Biosystems,
Basingstoke, UK). RT-gPCR was used to determine the relative expression of different
prostanoid receptors using a modified method [20]. PCR cycle was 50 °C for 2 mins, 95 °C
for 15 mins, followed by 40 cycles at 94 °C for 15 seconds, 56 °C for 30 seconds and 76°C for
30 seconds The relative amount of cDNA was calculated using the ‘2—[delta] CT threshold

cycle’ method [21].

2.7.3 Cyclic AMP measurement

Human PASMCs or HEK 293-1P cells were grown to 70-80% confluence in either MEM

12



(HEK-293-IP) or DMEM/F12 (Gibco, Loughborough, UK, PASMCs) supplemented with 9%
FBS and penicillin (100 U/ml)/streptomycin (100 pug/ml; Life Technologies, Paisley, UK).
Cells were stimulated for 15 mins after treatment with various agonists acting on the IP
receptor and CAMP measured using a competitive enzyme immunoassay kit (ADI-900-163,
Enzo Life Sciences, Exeter, UK) as previously described [7]. The protein concentration in the
cell lysate was determined using a Bradford based protein assay (BCA; Novagen, EmD

Chemicals, San Diego, CA, USA).

2.7.4 Cell proliferation assays

Human PASMCs were grown in human smooth muscle basal medium-2 (SMBM; Lonza,
Slough, UK) containing 9% FBS for 24 hr and the media then switched to one containing no
FBS for 48 hr to growth-arrest cells. Cells were then incubated in SMBM containing 9% FBS
with and without the test agent (s) for 4 days. Cell proliferation was assessed using an MTS
(Promega, Southampton, UK) assay kit as previously described [7]. Cells between passages 2

and 9 were used for experiments.

2.8 Data & Statistical analysis

Data are presented as mean + standard error of mean (S.E.M.) of n observations. Agonist log-
concentration curves were constructed and fitted using the non-linear fitting routine in
GraphPad Prism 7 (San Diego, CA, USA). To obtain best fit of data, a single or double

sigmoidal function was used where the slope was not usually constrained unless the fitting
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routine required this to converge. The concentration of agonist causing 50% of the maximal
response (Emax) Was expressed as the negative logarithm of the ECso value (pECso) and
extrapolated from the fits of individual data sets, along with Emax. Statistical analysis was
performed in GraphPad Prism 7 using a non-paired Student t-test or ANOVA with post-hoc
correction as indicated in the figure or table legends. P values < 0.05 were considered

statistically significant.

3. Results

3.1 Comparison of esuberaprost with beraprost in rat pulmonary arteries

Distal pulmonary arteries were contracted with 100 nM of the thromboxane A2 mimetic,
U46619, which unlike phenylephrine, is one of the few agents to strongly contract these small
pulmonary arteries [16]. Both beraprost and esuberaprost produced concentration-dependent
relaxation of pre-contracted rat pulmonary arteries over the concentration range tested (Figure
1A). Contractions to U46619 were not significantly different between the two groups, being
3.2+0.4 and 3.420.5 mN (n=35) in all experiments for esuberaprost and beraprost,
respectively. There were two components to the relaxation curve induced by these two agents
(Figure 1B), with esuberaprost being significantly more potent (5.4-fold) and efficacious at
activating the first component compared to beraprost (ECso 33 versus 181 nM). However,
both appeared equipotent at activating the second component of the relaxation curve (ECso

~12-13 uM), although Ewmax Was greater for esuberaprost (88% versus 78%).
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The IP receptor antagonist, RO3244794 (1 uM) abolished the first phase of relaxation to both
beraprost (Figure 2A) and esuberaprost (Figure 2B) over the concentration range of 1-3000
nM. In contrast, RO3244794 did not inhibit the second component of relaxation to either
agent, with the ECs for beraprost and esuberaprost, being 17.2 uM and 10.6 uM, respectively

in the presence of the IP receptor antagonist.

The role of NO in mediating relaxation to the two drugs was assessed by examining the
effects of esuberaprost and beraprost in the absence or presence of L-NAME (100 uM), a cell-
permeable NO synthase (NOS) inhibitor which has been used previously in similar vascular
preparations in vitro at this concentration [14]. In rat pulmonary arteries pre-contracted with
U46619 (100 nM), L-NAME inhibited the relaxation to beraprost over the entire
concentration range tested (Figure 3A). The first phase of the relaxation was substantially
reduced (>80%); there was also a reduction of the second phase of relaxation, albeit to a lesser
extent (<50%). Likewise, for esuberaprost, L-NAME inhibited relaxation over the whole
concentration range tested, though overall, the residual relaxation left in the presence of L-

NAME was greater compared with beraprost (P<0.001, 2 Way ANOVA).

Phenylephrine (PE) has previously been shown to synergise with and enhance the contractile
action of agonists capable of activating EP3 receptors [22,23]. Thus, contractile responses to
beraprost and esuberaprost were observed in rat pulmonary arteries primed with 100 nM PE

(Figure 4A), with mean concentration-response curves shown (Figure 4B). The estimated
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ECso values for contraction induced by both drugs were similarly high, being 4.6 uM and 4.7
UM (n=10) for beraprost and esuberaprost, respectively, although contractions (hormalised to
unit length) were significantly greater for beraprost, being 2-fold greater at 10 uM. The
involvement of the EP3 receptor was studied using L-798,106, a potent and highly selective
prostanoid EP3 receptor antagonist with a 3000-fold selectivity over other prostanoid
receptors [24]. Contractions to both beraprost and esuberaprost at these high concentrations in
small pulmonary arteries were substantially reduced by the EPs receptor antagonist, L-

798,106 (1 uM), which inhibited the contractions by 57% and 70%, respectively.

3.2 Cyclic AMP elevation in HEK-IP and in human PASMCs

In previous work, HEK-293 cells stably expressing the human IP receptor have been used to
assess the potency and efficacy of IP receptor agonists on cCAMP generation [5,9,18]. In the
present study, RT-gPCR was used to confirm stable expression of IP receptors in HEK-293
cells and also to estimate its relative expression compared to other prostanoid receptors. Data
shown in Figure 5A confirm that the IP receptor is expressed at levels >280 fold compared
with other prostanoid receptors in these HEK-293-1P cells. The magnitude of cAMP elevation
in cells stimulated for 15 mins in the absence and presence of either beraprost or esuberaprost
over a wide concentration range (0.001 to 1000 nM) was then compared (Figure 5B). Both
agents increased CAMP levels in a concentration-dependant manner which peaked at 10 nM
for esuberaprost and 100 nM for beraprost. Esuberaprost was 26-fold (P<0.001; n=10-12)

more potent than beraprost at CAMP generation in HEK-293-IP cells, with ECsg values being

16



0.4 nM versus 10.4 nM, respectively. Both esuberaprost and beraprost gave similar Emvax

values (Table 1).

In other studies where the activity of two other prostacyclin analogues were similarly
evaluated, esuberaprost was >100 fold (P<0.001; One-Way ANOVA) more potent (ECso 45
nM; n=8) than treprostinil and significantly (P<0.05; One-Way ANOVA) more potent than

iloprost (ECso 2.7 nM; n=6; Table 1).

Cyclic AMP generation induced by beraprost and esuberaprost in human PASMCs derived
from PAH patients was assessed over the concentration range from 0.1 nM to 10 uM. A 15
mins treatment period was used as this was the time-point used in HEK-293-1P cells, but also
the time- point when cAMP induced by beraprost was previously found to be maximal in
normal human PASMCs [17]. Data has been normalised to total cell protein and to the
maximal CAMP response obtained at either 1 uM or 10uM of either agent (Figure 5C). Both
esuberaprost and beraprost elevated CAMP in a concentration-dependent manner, with the
ECso being 4.6-fold lower for esuberaprost compared to beraprost (183 nM and 845 nM

respectively); however, Emax Was comparable.

3.3 Antiproliferative effects in human PASMCs from PAH patients
Antiproliferative effects of the two drugs were assessed in human PASMCs derived from PAH

patients, with all data collected and compared using the same patient cell isolates (n=5). Cells
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were grown in 9% FBS for 4 days in the absence and presence of increasing concentrations
(0.001-10,000nM) of beraprost or esuberaprost (Figure 6A-C). The results indicate that the
lowest dose of esuberaprost to cause significant inhibition was 1 nM compared to 10 nM with
beraprost. In addition, the inhibition of proliferation at the highest concentration tested (10
M) was greater with esuberaprost, being 61% as opposed to 43% (Figure 6B). Extrapolated
ECso values showed that esuberaprost is 36-fold more potent than beraprost in preventing cell

proliferation, having an ECsp of 3 nM compared to 120 nM for beraprost.

To determine the role of the IP receptor, responses to esuberaprost were assessed in the
absence and presence of the IP receptor-antagonist RO1138452 at 1 UM [25]. In previous
studies, 1 uM R0O1138482 has been shown to fully inhibit the antiproliferative effects of the
selective IP receptor agonist, MRE-269 [7] and is the concentration required to maximally
inhibit the IP receptor-dependent relaxation to prostacyclin analogues in rat and human
arteries [6,15,26]. This antagonist shifted the concentration-response curve of esuberaprost to
the right, changing the ECso from 3.6 nM to 187 nM, although Emax remained unchanged

(Figure 6D).

The antiproliferative effects of esuberaprost were significantly (P<0.01) reduced over a wide

concentration range (from 0.1 to 10,000 nM) in the presence of the NOS inhibitor, L-NAME

(100 uM), which reduced Emax from 49.7 + 7.8% to 12.2 + 4.8% (n=5).
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3.4 Vasorelaxant effects in distal human pulmonary arteries from PH patients

Distal human pulmonary arteries obtained from PH patients were pre-contracted with U46619
(100 nM), which induced contractions of 1.2+0.1 mN and 1.1+0.3 mN (n=11) in the
esuberaprost and beraprost groups, respectively (Figure 7A). Esuberaprost produced
relaxation of arteries, the magnitude of which was substantially smaller than that observed in
rat PAs, with relaxation only reaching 19% at 10 uM (Figure 7B). Overall, beraprost failed to
cause relaxation at any concentration tested (1-30,000 nM) and instead caused a weak
contraction (Figure 7A), with responses being significantly different from esuberaprost

(P<0.05).

4. Discussion

In the current study, we evaluated the in vitro functional effects of esuberaprost and compared
its pharmacological activity to beraprost, which is a racemic mixture comprised of equal
amounts of 4 stereoisomers. Consistent with the notion of a predominant pharmacologically
active isomer, esuberaprost behaved as a more potent agonist than beraprost in all functional

assays.

In some assays however, esuberaprost had more than the anticipated increase in potency
compared to beraprost. Moreover, in CAMP assays in HEK-293-IP cells, esuberaprost was
found to be the most potent agonist on IP receptors than any of the currently approved

prostacyclin analogues. It was also 36 fold more potent than beraprost as an anti-proliferative
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agent in distal human PASMCs from PAH patients. Both esuberaprost and beraprost relaxed
distal rat pulmonary arteries in an IP receptor- and NO-dependent manner, whereas the
antiproliferative effects of esuberaprost in PAH cells were less dependent on the IP receptor
but were more strongly dependent on the NO pathway. In PAs from PH patients, esuberaprost,

caused relaxation whereas beraprost did not.

4.1 Activity of esuberaprost and beraprost

The observation that esuberaprost had high IP receptor activity in HEK-293-1P cells, some
26-fold higher than beraprost, was unexpected. One explanation is that the single isomers
interact with additional cellular targets but with differential potencies and/or efficacy, and in
the absence of the remaining 3 isomers, the true potency of esuberaprost is unmasked.

Indeed, evidence from the current study suggests that esuberaprost activates EP3 receptors to a
lesser extent than beraprost in rat distal pulmonary vessels. Moreover, beraprost caused
contraction in PAs from PH patients, suggesting isomer(s) contained in the beraprost mixture,

have undesirable pharmacological effects which thwart its activity.

Of note, the binding affinity of esuberaprost in platelets closely approximated that for
prostacyclin [3]. Thus the ECso value (0.4 nM) for esuberaprost-induced CAMP generation in
HEK-293-IP cells reported in the present study, fits well with the K; (determined from the Kg)
for saturable prostacyclin binding of 2 nM in human platelets [27]. Moreover, the ECsg values

for cAMP generation calculated in the present work for the prostacyclin analogues, iloprost
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(2.7 nM) and treprostinil (45 nM) in HEK-293-IP cells are close to the K; of these drugs (4
and 32 nM, respectively) documented in binding studies in HEK-293 cells expressing the
human IP receptor [9]. Binding studies comparing the K; of iloprost and prostacyclin at the
human IP receptor [1] and prostacyclin with esuberaprost [3], predict that esuberaprost should
be slightly more potent than iloprost, as indeed was actually observed in HEK-293-1P cells.
With respect to beraprost, a Ki value of either 19 or 38 nM was reported against the rat or
human IP receptor, respectively expressed in CHO cells [10]. Thus the rank potency order for
analogue-induced IP receptor activation is esuberaprost>iloprost>beraprost>treprostinil,
similar to the rank order of analogue-dependent relaxation of proximal human pulmonary

arteries for the latter three agents [26].

There are several observations to note from the cCAMP generation experiments in PASMCs
isolated from patients with PAH. Compared with HEK-293-IP cells, the mean difference in
the ECso values between esuberaprost and beraprost was much smaller (4.6-fold). The actual
ECso for CAMP generation was significantly higher, being 183 nM and 845 nM for
esuberaprost and beraprost compared to 0.4 nM versus 10.4 nM in HEK-293-IP cells,
respectively. The higher ECso values could reflect an overall higher PDE activity in PAH
compared to HEK-293 cells, coupled with a lower expression of IP receptors, which is
consistently reported in lung tissue and PASMCs from PAH patients [5,7,28,29]. Beraprost
was also able to elevate cAMP in PAH cells, whereas previously this agent was reported to

only increase CAMP in human PASMCs from PAH patients in the presence of a broad

21



spectrum PDE inhibitor [28]. The reason for this discrepancy is not immediately apparent,
though an intriguing observation is that both the cAMP elevating and antiproliferative effects
of beraprost were greater in mouse PASMCs expressing a BMPRII mutation found in PAH
patients compared to wildtype cells [30]. However, our smooth muscle cell lines were not

derived from any patients with heritable PAH.

In the vascular cell proliferation studies, not only was esuberaprost significantly more
effective over what is likely to be plasma concentration (1-10nM) achieved by the clinical
dose range of this drug, but it was 40-fold more potent than beraprost, having an ECsg of 3
nM compared to 120 nM. In a previous publication, beraprost inhibited cell proliferation in
normal human PASMCs with an ECsp of 40 nM [17]. This reduced potency seen in PAH-
diseased cells in the current work with beraprost may again point to a lower IP receptor
expression and/or high PDE activity in PASMCs isolated from PAH patients [7,28]. On the
other hand, the ECso for esuberaprost is in a similar range to that previously determined for
treprostinil in human PASMCs derived from control [17] and PAH [7] patients (ECso 4 nM
and 11 nM, respectively). Thus in the absence of the other 3 sterioisomers, the
antiproliferative activity of esuberaprost may be in a similar potency range to that of

treprostinil.

4.2 Role of IP receptor

There were two components to the relaxation induced by beraprost and esuberaprost in small
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rat pulmonary arteries, with the first phase being abolished by the IP receptor antagonist,
R0O3244794 while the second phase was insensitive to this agent. Previous experience
suggests that 1 uM R0O3244794 is sufficient to effectively block IP receptor function even at
high agonist concentrations (1-10 pM), so the residual relaxation is likely to reflect an
additional target activated, independent of the IP receptor. Indeed under similar experimental
conditions, the same IP receptor antagonist abolished the treprostinil-induced relaxation,

while only marginally inhibiting responses to iloprost in distal rat pulmonary arteries [6].

The extent to which the IP receptor contributes to the inhibitory effects of beraprost on cell
proliferation in human PASMCs has not previously been investigated. Cyclic AMP-dependent
pathways have been reported to underlie beraprost inhibition of cell growth in these cells,
induced either by hypoxia or transforming growth factor  (TGFp) or indeed inhibition of
cardiac fibroblast proliferation driven by the TGFB-Smad pathway [30-32]. Our results now
show overall weak effects of IP receptor inhibition on the antiproliferative responses to
esuberaprost in human cells, which is similar to what was found with treprostinil and iloprost
in PASMCs from PAH patients [5,7]. With respect to treprostinil, a predominant role of EP;
receptors in mediating the antiproliferative effects of this agent was reported in human
PASMCs from PAH patients [7]. However, IP receptors do appear to be functional in these
diseased patient cells, as MRE-269, the active metabolite of selexipag, inhibited cell
proliferation in a fully IP receptor-dependent manner, being completely inhibited by the IP

receptor antagonist, RO1138452 [7].
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4.3 Nitric oxide is an important mediator of the functional effects of esuberaprost
Previous work has shown a high degree of dependency on the endothelium for beraprost-
induced relaxation in both large and small rat pulmonary arteries, with a greater role in
smaller arteries reported [13,14]. In our studies, endothelial function (as assessed by
acetylcholine) was minimal in human PAs from PH patients, which could explain in part the
relatively poor ability of the beraprost isomer, esuberaprost to promote vasorelaxation. In
other studies, beraprost induces near maximal relaxation (>80%) in control human proximal
[26] and tertiary intralobar [14] PAs, and can do so even in the absence of the endothelium
[14]. It should be noted that the contractile agents used here (U46619) and in these previously
published studies (norepinephrine and prostaglandin F».), were different, which can influence
prostanoid analogue responses on pulmonary tone [16]. Nonetheless, downregulation and
desensitisation of the IP receptor is likely to contribute to reduced efficacy of prostacyclin
analogues on pulmonary vascular tone in PH, although other pathways are also likely to be

involved [1].

Based on the inhibition of vasorelaxation by L-NAME observed in the present study, suggests
that esuberaprost relaxes rat small pulmonary arteries in part via release of NO, as indeed
previously reported for beraprost in the same species and tissue [14]. In other studies,
however, MRE-269- and iloprost-induced relaxation of rat pulmonary arteries was reported to
be insensitive both to the removal of the endothelium as well as to the NOS inhibitor, L-

NAME even when used at a concentration of 100 uM [13,14]. Given that this high
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concentration of L-NAME was used in the current studies to ensure near maximal NOS
inhibition, the data strongly suggest a differential mechanism of action of esuberaprost and
beraprost compared to iloprost and MRE-269 in promoting vasorelaxation in rat pulmonary

artery.

L-NAME inhibited both components of relaxation induced by esuberaprost and beraprost,
findings which suggest an IP receptor dependent and also an IP- independent involvement of
endothelial NOS (eNOS) contributing to relaxation. Peroxisome proliferator-activated
receptors (PPARS), recognised as cellular targets for prostacyclin and some analogues, can be
activated either through direct binding and/or by the IP receptor [1]. IP receptor-dependent
activation of PPAR, resulting in the downstream activation of calcium—activated potassium
channels, has been reported to contribute to pulmonary smooth muscle relaxation induced by
iloprost, although the mechanism appeared not to involve NO [33]. Direct binding of
beraprost to PPARP has been shown in murine vascular smooth muscle cells [34], although its

involvement in promoting vasorelaxation to this analogue is unknown.

The present results show that NO is likely to be a major component of the mechanisms
underlying the antiproliferative effects of esuberaprost in PASMCs from PAH patients. The
mechanism is likely to be mediated by both IP receptor-dependant and IP receptor-
independent pathways, but based on a relatively modest reversal by the IP receptor antagonist,

it is concluded that NOS activation is most likely to occur via non-IP receptor mechanisms.
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This could involve transcriptional upregulation of either eNOS or iINOS, direct
phosphorylation of NOS and/or activation and enhanced expression of PPAR, all of which
have been reported in vitro with beraprost [34,35]. With respect to the involvement of PPARSs,
PPARJ, appears to contribute to the antiproliferative effects of beraprost in murine aortic
smooth muscle [34,35] and of treprostinil in fibroblasts [36], while in human PASMCs from

PAH patients, PPARy appears to play a major role in treprostinil effects on cell proliferation

[5].

4.4 Role of contractile EP3 receptors

Many studies have provided evidence that the contractile effects of prostacyclin analogues are
mediated through EP3 receptors [13,15,16,37,38]. In contrast, the active metabolite of
selexipag, MRE-269, as a selective IP receptor agonist, appears not to activate EP3 receptors
[13,14]. It is important to understand the role of receptors involved in the contractile response,
as these could limit the doses of prostacyclin analogues given therapeutically or potentially
give rise to unwanted side effects. The magnitude of esuberaprost contractile responses, being
~50% lower than that of beraprost over a wide concentration-range in the rat, could be
considered advantageous in a clinical setting and possibly contribute to the higher potency of
esuberaprost compared to beraprost that we observed in the functional assays. Indeed, lower
activity at the EP3 receptor may explain why esuberaprost causes relaxation whereas beraprost
produces small contractions in PAs from PH patients. While, EP3 receptors are not predicted

to be substantially activated by beraprost in the therapeutic dose-range in control arteries,
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given that significant contractions were only observed at or above 1000 nM, this may not be
the case in PH. Indeed, EP3 receptor agonism is known to be enhanced in an animal model of
PAH [38], and inhibition of EP3 receptors attenuates PAH in rats [39]. This may arise from
thromboxane (TP) and/or a1 receptor-induced synergism with EP3 receptors, as ‘priming’ with
a contractile agonist at either of these two receptors is reported to markedly increase both the
potency and size of contraction to EP3 agonists [16,23]. Indeed, upregulation of EP3 receptors
was concluded to account for a reduction in beraprost-induced relaxation in monocrotaline-
treated rats with PAH [38]. Furthermore, ‘priming’ of rat pulmonary arteries with the a1
agonist, phenylephrine was required before any contraction to treprostinil could be observed,

albeit >10uM of the drug [16].

4.5 Summary and Conclusion

Esuberaprost is a highly potent IP receptor agonist, possibly the most potent prostacyclin
analogue reported in vitro thus far. Its substantially greater antiproliferative profile in human
cells compared to beraprost cannot solely be explained by differences in IP receptor potency
or CAMP generation, It could be that expression of this antiproliferative activity may have
been thwarted by the pharmacological effects of the other 3 other isomers that contribute to
the activity seen with beraprost itself. This may also reflect in part, the lower functional
activity of esuberaprost at EP3 receptors, which may assume a greater relevance in PH.
Furthermore, the antiproliferative and vasorelaxation effects of esuberaprost in distal

PASMCs and arteries show a high dependence on NO, but a variable role for the IP receptor.
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In summary, isomer separation of beraprost to yield esuberaprost has significant effects on its

pharmacology, which warrants further molecular and pharmacological investigation.

Acknowledgements

This work was funded by an educational research grant from Lung Biotechnology, who also
supplied the beraprost and esuberaprost for the study. The authors would like to thank the
surgeons and teams of the Division of Vascular and Thoracic Surgery (Bichat Hospital, Paris)

for their help in obtaining some pulmonary vessels.

Author contributions

L.S. performed all quantitative PCR, cAMP assays and myography experiments, performed
initial data analysis, and prepared the first draft of the paper. J.A.P. derived primary cell lines
from PAH patients and performed the cell proliferation assays and associated data analysis.
B.J.W., X.N. and S.M. had input in aspects of study methodology and B.J.W the editing of the
draft manuscript. K.V.K, P.S. and L.H.C. contributed to study conception and design. L.H.C.
further analysed and interpreted the data as well as writing and editing the manuscript. All
authors critically reviewed the manuscript for intellectual content and approved the final

version.

28



References

1.  Clapp LH, Gurung R, (2015), The mechanistic basis of prostacyclin and its stable
analogues in pulmonary arterial hypertension: Role of membrane versus nuclear

receptors, Prostaglandins Other Lipid Mediat. 120:56-71.

2. Humbert M, Ghofrani HA, (2016), The molecular targets of approved treatments for

pulmonary arterial hypertension, Thorax 71:73-83.

3. Kajikawa N, Nogimori K, Murata T, Nishio S, Uchiyama S, (1989), Specific binding of
the new stable epoprostenol analogue beraprost sodium to prostacyclin receptors on

human and rat platelets, Arzneimittelforschung. 39:495-499.

4.  Jones RL, Wise H, Clark R, Whiting RL, Bley KR, (2006), Investigation of the
prostacyclin (IP) receptor antagonist RO1138452 on isolated blood vessel and platelet

preparations, Br. J. Pharmacol. 149:110-120.

5. Falcetti E, Hall SM, Phillips PG, Patel J, Morrell NW, Haworth SG, Clapp LH, (2010),
Smooth muscle proliferation and role of the prostacyclin (IP) receptor in idiopathic

pulmonary arterial hypertension, Am. J. Respir. Crit. Care Med. 182:1161-1170.

6.  Orie NN, Ledwozyw A, Williams DJ, Whittle BJ, Clapp LH, (2013), Differential
actions of the prostacyclin analogues treprostinil and iloprost and the selexipag
metabolite, MRE-269 (ACT-333679) in rat small pulmonary arteries and veins,
Prostaglandins & Other Lipid Mediat. 106:1-7.

29



10.

11.

12.

Patel JA, Shen L, Hall SM, Benyahia C, Norel X, McAnulty RJ, Moledina S, Silverstein
AM, Whittle BJ, Clapp LH, (2018), Prostanoid EP2 receptors are up-regulated in human
pulmonary arterial hypertension: A key anti-proliferative target for treprostinil in

smooth muscle cells, Int. J. Mol. Sci. 19:2372.

Woodward DF, Jones RL, Narumiya S, (2011), International union of basic and clinical
pharmacology. LXXXIII: classification of prostanoid receptors, updating 15 years of

progress, Pharmacol. Rev. 63:471-538.

Whittle BJ, Silverstein AM, Mottola DM, Clapp LH, (2012), Binding and activity of the
prostacyclin receptor (IP) agonists, treprostinil and iloprost, at human prostanoid

receptors: treprostinil is a potent DP; and EP> agonist, Biochem. Pharmacol. 84:68-75.

Kuwano K, Hashino A, Asaki T, Hamamoto T, Yamada T, Okubo K, Kuwabara K,
(2007), 2-[4-[(5,6-diphenylpyrazin-2-yl)(isopropyl)amino]butoxy]-N-(methylsulfonyl
)acetamide (NS-304), an orally available and long-acting prostacyclin receptor agonist

prodrug, J. Pharmacol. Exp. Ther. 322:1181-1188.

Sitbon O, Channick R, Chin KM, Frey A, Gaine S, Galie N, Ghofrani HA, Hoeper MM,
Lang IM, Preiss R, Rubin LJ, Di SL, Tapson V, Adzerikho I, Liu J, Moiseeva O, Zeng
X, Simonneau G, McLaughlin VV, (2015), Selexipag for the Treatment of Pulmonary

Arterial Hypertension, N. Engl. J. Med. 373:2522-2533.

Morrison K, Ernst R, Hess P, Studer R, Clozel M, (2010), Selexipag: a selective

30



13.

14.

15.

16.

prostacyclin receptor agonist that does not affect rat gastric function, J. Pharmacol. Exp.

Ther. 335:249-255.

Kuwano K, Hashino A, Noda K, Kosugi K, Kuwabara K, (2008), A long-acting and
highly selective prostacyclin receptor agonist prodrug, 2-{4-[(5,6-diphenylpyrazin-2-
yl)(isopropyl)amino]butoxy}-N-(methylsulfonyl )acetamide (NS-304), ameliorates rat
pulmonary hypertension with unique relaxant responses of its active form, {4-[(5,6-
diphenylpyrazin-2-yl)(isopropyl)amino]butoxy}acetic acid (MRE-269), on rat

pulmonary artery, J. Pharmacol. Exp. Ther. 326:691-699.

Fuchikami C, Murakami K, Tajima K, Homan J, Kosugi K, Kuramoto K, Oka M,
Kuwano K, (2017), A comparison of vasodilation mode among selexipag (NS-304; [2-
{4-[(5,6-diphenylpyrazin-2-yl)(isopropyl)amino]butoxy}-N-(methylsulfonyl)aceta
mide]), its active metabolite MRE-269 and various prostacyclin receptor agonists in rat,

porcine and human pulmonary arteries, Eur. J. Pharmacol. 795:75-83.

Orie NN, Clapp LH, (2011), Role of prostanoid IP and EP receptors in mediating
vasorelaxant responses to PGI, analogues in rat tail artery: Evidence for Gi, modulation

via EP3 receptors, Eur. J. Pharmacol. 654:258-265.

Benyahia C, Ozen G, Orie N, Ledwozyw A, Louedec L, Li F, Senbel AM, Silverstein A,
Danel C, Longrois D, Clapp LH, Norel X, Topal G, (2015), Ex vivo relaxations of
pulmonary arteries induced by prostacyclin mimetics are highly dependent of the

precontractile agents, Prostaglandins Other Lipid Mediat. 121:46-52.

31



17.

18.

19.

20.

21.

22.

23.

Clapp LH, Finney PA, Turcato S, Tran S, Rubin LJ, Tinker A, (2002), Differential
effects of stable prostacyclin analogues on smooth muscle proliferation and cyclic AMP

generation in human pulmonary artery, Am. J. Respir. Cell. Molec. Biol. 26:194-201.

Falcetti E, Flavell DM, Staels B, Tinker A, Haworth SG, Clapp LH, (2007), IP receptor-
dependent activation of PPARY by stable prostacyclin analogues, Biochem. Biophys.

Res. Commun. 360:821-827.

Orie NN, Fry CH, Clapp LH, (2006), Evidence that inward rectifier K* channels
mediate relaxation by the PGl receptor agonist cicaprost via a cyclic AMP-independent

mechanism, Cardiovasc. Res. 69:107-115.

Chan YL, Orie NN, Dyson A, Taylor V, Stidwill RP, Clapp LH, Singer M, (2012),
Inhibition of vascular adenosine triphosphate-sensitive potassium channels by

sympathetic tone during sepsis, Crit Care Med. 40:1261-1268.

Livak KJ, Schmittgen TD, (2001), Analysis of relative gene expression data using real-

time quantitative PCR and the 244 €T Method, Methods 25:402-408.

Hung GH, Jones RL, Lam FF, Chan KM, Hidaka H, Suzuki M, Sasaki Y, (2006),
Investigation of the pronounced synergism between prostaglandin E2 and other
constrictor agents on rat femoral artery, Prostaglandins Leukot. Essent. Fatty Acids

74:401-415.

Jones RL, Woodward DF, (2011), Interaction of prostanoid EP3z and TP receptors in

32



24.

25.

26.

217.

28.

guinea-pig isolated aorta: contractile self-synergism of 11-deoxy-16,16-dimethyl PGE-,

Br. J. Pharmacol. 162:521-531.

Juteau H, Gareau Y, Labelle M, Lamontagne S, Tremblay N, Carriere MC, Sawyer N,
Denis D, Metters KM, (2001), Structure-activity relationship on the human EP3
prostanoid receptor by use of solid-support chemistry, Bioorg. Med. Chem. Lett.

11:747-749.

Bley KR, Bhattacharya A, Daniels DV, Gever J, Jahangir A, O'yang C, Smith S,
Srinivasan D, Ford AP, Jett MF, (2006), RO1138452 and RO3244794: characterization
of structurally distinct, potent and selective IP (prostacyclin) receptor antagonists, Br. J.

Pharmacol. 147:335-345.

Benyahia C, Boukais K, Gomez I, Silverstein AM, Clapp LH, Fabre A, Danel C,
Leseche G, Longrois D, Norel X, (2013), A comparative study of PGl mimetics used
clinically on the vasorelaxation of human pulmonary arteries and veins, role of the DP-

receptor, Prostaglandins & Other Lipid Mediat. 107:48-55.

Shepherd GL, Lewis PJ, Blair 1A, de MC, MacDermot J, (1983), Epoprostenol
(prostacyclin, PGI») binding and activation of adenylate cyclase in platelets of diabetic

and control subjects, Br. J. Clin. Pharmacol. 15:77-81.

Murray F, Patel HH, Suda RY, Zhang S, Thistlethwaite PA, Yuan JX, Insel PA, (2007),

Expression and activity of CAMP phosphodiesterase isoforms in pulmonary artery

33



29.

30.

31.

32.

33.

smooth muscle cells from patients with pulmonary hypertension: role for PDE1, Am. J.

Physiol. Lung Cell Mol. Physiol. 292:1.294-L.303.

Bubb KJ, Trinder SL, Baliga RS, Patel J, Clapp LH, MacAllister RJ, Hobbs AJ, (2014),
Inhibition of phosphodiesterase 2 augments cGMP and cAMP signaling to ameliorate

pulmonary hypertension, Circulation 130:496-507.

Ogo T, Chowdhury HM, Yang J, Long L, Li X, Torres Cleuren YN, Morrell NW,
Schermuly RT, Trembath RC, Nasim MT, (2013), Inhibition of overactive transforming
growth factor- signaling by prostacyclin analogs in pulmonary arterial hypertension,

Am. J. Respir. Cell Mol. Biol. 48:733-741.

Kadowaki M, Mizuno S, Demura Y, Ameshima S, Miyamori I, Ishizaki T, (2007), Effect
of hypoxia and Beraprost sodium on human pulmonary arterial smooth muscle cell

proliferation: the role of p27kip1, Respir. Res. 8:77.

Chen, Yang S, Yao W, Zhu H, Xu X, Meng G, Zhang W, (2014), Prostacyclin
analogue beraprost inhibits cardiac fibroblast proliferation depending on prostacyclin

receptor activation through a TGF beta-Smad signal pathway, PL0S. One. 9:€98483.

Li Y, Connolly M, Nagaraj C, Tang B, Balint Z, Popper H, Smolle-Juettner FM,
Lindenmann J, Kwapiszewska G, Aaronson PI, Wohlkoenig C, Leithner K, Olschewski
H, Olschewski A, (2012), Peroxisome proliferator-activated receptor-beta/delta, the

acute signaling factor in prostacyclin-induced pulmonary vasodilation, Am. J. Respir.

34



34.

35.

36.

37.

38.

Cell Mol. Biol. 46:372-379.

Lin H, Lee JL, Hou HH, Chung CP, Hsu SP, Juan SH, (2008), Molecular mechanisms of
the antiproliferative effect of beraprost, a prostacyclin agonist, in murine vascular

smooth muscle cells, J. Cell Physiol. 214:434-441.

Sue YM, Chung CP, Lin H, Chou Y, Jen CY, Li HF, Chang CC, Juan SH, (2009),
PPARG&-mediated p21/p27 induction via increased CREB-binding protein nuclear
translocation in beraprost-induced antiproliferation of murine aortic smooth muscle

cells, Am. J. Physiol. Cell Physiol. 297:C321-C329.

Ali FY, Egan K, FitzGerald GA, Desvergne B, Wahli W, Bishop-Bailey D, Warner TD,
Mitchell JA, (2006), Role of prostacyclin versus peroxisome proliferator-activated

receptor B receptors in prostacyclin sensing by lung fibroblasts, Am. J. Respir. Cell Mol.

Biol. 34:242-246.

Chan KM, Jones RL, (2004), Partial agonism of taprostene at prostanoid IP receptors in
vascular preparations from guinea-pig, rat, and mouse, J. Cardiovasc. Pharmacol.

43:795-807.

Morrison K, Studer R, Ernst R, Haag F, Kauser K, Clozel M, (2012), Differential effects
of selexipag and prostacyclin analogs in rat pulmonary artery, J. Pharmacol. Exp. Ther.

343:547-555.

35



39.

LUA, Zuo C, He Y, Chen G, Piao L, Zhang J, Xiao B, Shen Y, Tang J, Kong D, Alberti
S, Chen D, Zuo S, Zhang Q, Yan S, Fei X, Yuan F, Zhou B, Duan S, Yu'Y, Lazarus M,
Su, Breyer RM, Funk CD, Yu 'Y, (2015), EP3 receptor deficiency attenuates
pulmonary hypertension through suppression of Rho/TGF-betal signaling, J. Clin.

Invest. 125:1228-1242.

36



PECso ECso(nM)  Ewmax (pmol cAMP/mg prot)
HEK-293-1P
Esuberaprost 9.40+0.21 (12) 0.40 715 + 67 (12)*
Beraprost 7.98  0.15 (10)*** 10.35 701 + 62 (10)*
lloprost 8.56 + 0.50 (6)** 2.73 1273 + 320 (6)
Treprostinil 7.35 % 0.29 (8)*** 44.94 1323 + 225 (8)
Human PASMCs
Esuberaprost 6.74 £ 0.09 (5) 183 799 £ 135 (5)
Beraprost 6.07£ 0.07 (5)*** 845 909 £ 223 (5)

Table 1. Comparison of the potency and efficacy of prostacyclin analogues on cAMP levels in

HEK-293 cells stably expressing the IP receptor (HEK-293-1P) and in human pulmonary

arterial smooth muscle cells (PASMCs) from pulmonary artery hypertensive (PAH) patients.

The mean log ECso and Emax Values have been obtained from sigmoidal (variable slope)

fitting of the mean concentration-response data in each drug group. *=P<0.05, ***=P<0.001

when compared to esuberaprost and *=P<0.05 when compared to treprostinil (One way

ANOVA with Newman-Keuls for multiple comparisons or t-test in PASMCs).
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Figure legends:

Figure 1. Comparison of the vasorelaxant effects of beraprost and esuberaprost in rat
distal pulmonary arteries. Rat distal pulmonary arteries were contracted with 100 nM
U46619 and contractions allowed to plateau before incremental (1-30,000 nM) doses of
beraprost and esuberaprost were added in a cumulative fashion (A). Concentration-relaxation
curves for beraprost and esuberaprost where data have been expressed as % (mean + SEM,
n=12-15) of the contractile response induced by U46619, the magnitude of which was
determined just before the addition of the lowest dose of either prostanoid and taken as 100%
(B). Data were analysed for best fit with a double sigmoid function generated in Prism
(GraphPad software). *=P<0.05, **=P<0.01 or ***=P<0.001, 2-way ANOVA with

Bonferroni post-hoc correction.

Figure 2. IP receptor involvement in esuberaprost and beraprost relaxation in rat
pulmonary artery. Concentration-relaxation curves for beraprost (A) and esuberaprost (B) in
the absence or presence of 1 uM R0O3244794 in rat pulmonary arteries pre-contracted with
100 nM U46619. Data are expressed as % (mean £ SEM, n=7) of the contractile response
induced by U46619, the magnitude of which was determined just before the addition of the
lowest dose of either prostanoid and taken as 100%. The curves were generated by fitting data
with a double sigmoid function in Prism (GraphPad software). **=P<0.01 and ***= P<0.001

compared with RO3244794 group (Two-way ANOVA with Bonferroni post-hoc correction).
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Figure 3. Relaxation to beraprost and esuberaprost involves endothelial-derived nitric
oxide (NO) in rat pulmonary artery. Concentration-relaxation curves for beraprost (A) and
esuberaprost (B) in the absence or presence of 100 uM L-NAME (a non-selective NO
synthase inhibitor) in rat pulmonary arteries pre-contracted with 100 nM U46619. Arteries
were pre-treated with L-NAME for 1hr before the addition of U46619. Data are expressed as
% of the contractile response induced by U46619, measured just before the addition of the
lowest prostanoid dose and plotted as mean + S.E.M (n=5-6). The curves were generated by
fitting data with a double sigmoid in Prism (GraphPad software). *P<0.05, **=P<0.01 and

***= P<0.001 when compared to L-NAME (2-WAY ANOVA with Bonferroni post-hoc test).

Figure 4. Contractile effects of beraprost and esuberaprost at high concentrations in rat
pulmonary arteries. Tracings (A) showing the contractile responses to beraprost and
esuberaprost in rat pulmonary arteries primed with 100 nM phenylephrine (PE). Mean
concentration-dependent contractile effects to beraprost and esuberaprost (B) determined from
10 independent experiments, where vessel tension has been normalized to vessel lumen
diameter (mN/um). Data are shown as mean + SEM and are fitted with a unity slope
sigmoidal fitting routine in GraphPad Prism. Concentration-dependent responses to
esuberaprost (C) and beraprost (D) in rat pulmonary arteries primed with 100 nM
phenylephrine (PE) in the absent and presence of 1 uM of the EP3 receptor antagonist,
L798,106. Data are shown as mean + SEM and are fitted with a unity slope sigmoidal fitting
routine in GraphPad Prism. *=P<0.05, **=P<0.01 and ***=P<0.001 when compared to
beraprost (B) or the response in the absence of L798,106 (C and D) (2-way ANOVA, with
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post hoc correction; n=6-10 observations).

Figure 5. Cyclic AMP generation mediated by beraprost and esuberaprost in HEK-293
cells stably expressing the IP receptor and in human PASMCs derived from PAH
patients. (A) Messenger RNA was extracted from HEK-293 cells and expression levels of the
different prostanoid receptors (IP, EP1, EP2, EP3, EP4, and DP1) determined. Data were
normalised to the house keeping gene, B-actin, and relative gene expression determined using
the 2”\(-delta CT) method and plotted on a split scale. *** P<0.001 compared with, one-way
ANOVA with Dunnett’s post-hoc test (n=6). Cyclic AMP levels were assessed in HEK-293
cells stably expressing the IP receptor (B) and in human PASMCs (C) treated with the two
prostanoids over a range of concentrations (0.001- 10,000 nM) for 15 mins. Data were
normalised to total cell protein (B) or to the maximal CAMP response obtained at either 1 UM
or 10uM of either prostanoid (C) and analysed using a variable slope sigmoidal-curve fitting
function in GraphPad Prism. Extrapolated ECso and Emax values were obtained from the mean
fit to the data. **=P<0.01 and ***=P<0.001 when compared to esuberaprost alone (two-way

ANOVA with Bonferroni post-hoc correction, n=10-12).

Figure 6. Comparison of the antiproliferative effects of beraprost and esuberaprost in
human PASMCs derived from PAH patients; role of the IP receptor and nitric oxide.
Human PASMCs were grown in smooth muscle basal media containing 9% FBS. Cell

proliferation was determined with an MTS assay in PAH cells grown for 4 days in the absence
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and presence of increasing concentrations (0.001-10,000nM) of beraprost or esuberaprost (A,
B, C). Cell proliferation was also determined in the presence of increasing concentrations
(0.001-10,000nM) of esuberaprost, with or without 1uM RO1138452 (IP receptor antagonist)
or the NO synthase inhibitor, L-NAME (100 uM). Both antagonists were added 30 mins prior
to receptor agonists and remained throughout (D). Data were expressed as % change in cell
proliferation relative to the growth response induced by FBS alone (100%). In C and D, data
have been analysed using a variable slope sigmoidal-curve fitting routine in GraphPad Prism.
*=P<0.05, **=P<0.01, ***=P<0.001 when compared to either FBS alone (One ANOVA,
Bonferroni post-hoc) or when compared (C and D) to esuberaprost alone (two-way ANOVA
with Bonferroni post-hoc correction). All data are shown as mean £ S.E.M and comparisons

made in the same patient cell isolates (n=5).

Figure 7. Effect of esuberaprost and beraprost on pulmonary vascular tone in arteries
from patients with PH. Human distal pulmonary arteries derived from patients with
pulmonary hypertension (PH) were contracted with 100 nM U46619 and incremental doses
(1-30,000 nM) of esuberaprost and beraprost added in a cumulative fashion to the myograph
chamber (A). Mean concentration-response effects on vascular tone for beraprost and
esuberaprost where comparisons were made in arteries taken from the same five patients (B).
Data have been expressed as % (mean + SEM) of the contractile response induced by U46619
alone and taken as 100%. *=P<0.05 or **=P<0.01, 2-way ANOVA with Bonferroni post-hoc

correction when compared to beraprost.
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Figure 3
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Figure 5 HEK-293
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