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ABSTRACT: To better understand the molecular mecha-
nisms underpinning physiological variation in human
populations, metabolic phenotyping approaches are increas-
ingly being applied to studies involving hundreds and
thousands of biofluid samples. Hyphenated ultra-performance
liquid chromatography−mass spectrometry (UPLC-MS) has
become a fundamental tool for this purpose. However, the
seemingly inevitable need to analyze large studies in multiple
analytical batches for UPLC-MS analysis poses a challenge to
data quality which has been recognized in the field. Herein, we
describe in detail a fit-for-purpose UPLC-MS platform,
method set, and sample analysis workflow, capable of sustained
analysis on an industrial scale and allowing batch-free
operation for large studies. Using complementary reversed-phase chromatography (RPC) and hydrophilic interaction liquid
chromatography (HILIC) together with high resolution orthogonal acceleration time-of-flight mass spectrometry (oaTOF-MS),
exceptional measurement precision is exemplified with independent epidemiological sample sets of approximately 650 and 1000
participant samples. Evaluation of molecular reference targets in repeated injections of pooled quality control (QC) samples
distributed throughout each experiment demonstrates a mean retention time relative standard deviation (RSD) of <0.3% across
all assays in both studies and a mean peak area RSD of <15% in the raw data. To more globally assess the quality of the profiling
data, untargeted feature extraction was performed followed by data filtration according to feature intensity response to QC
sample dilution. Analysis of the remaining features within the repeated QC sample measurements demonstrated median peak
area RSD values of <20% for the RPC assays and <25% for the HILIC assays. These values represent the quality of the raw data,
as no normalization or feature-specific intensity correction was applied. While the data in each experiment was acquired in a
single continuous batch, instances of minor time-dependent intensity drift were observed, highlighting the utility of data
correction techniques despite reducing the dependency on them for generating high quality data. These results demonstrate that
the platform and methodology presented herein is fit-for-use in large scale metabolic phenotyping studies, challenging the
assertion that such screening is inherently limited by batch effects. Details of the pipeline used to generate high quality raw data
and mitigate the need for batch correction are provided.

The measurement of low molecular weight metabolites in
biofluids is a fundamental tool for understanding human

physiological phenotypic variation1 and has wide application in
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molecular epidemiology and personalized healthcare.2 The field
has been propelled by advances in the analytical technology and
data processing methods required to capture and interpret data
derived from the metabolic pathways of complex biochemical
systems.3,4 Metabolic profiling, unlike conventional clinical
chemistry analyses, is not intended to be selective and therefore
generates simultaneous measurement of both expected and
potentially uncharacterized metabolites, making the approach
particularly fruitful in biomarker discovery.5 Multiplatform
profiling approaches are essential in the pursuit of achieving
comprehensive analytical coverage of the human metabolic
phenome, including supra-organismal metabolites from human
and associated gut microbial action on nutrients, xenobiotics,
and environmental contaminants.6

Metabolic profiles reflect human individuality,7,8 and
phenotypic variation is linked to complex interactions of a
person’s genetically coded metabolic machinery with their
environment.9−11 Despite this metabolic individuality, the
resulting phenotypes show similarities among groups of people
with common genetic or environmental (e.g., dietary, gut
microbiome) backgrounds when observed en masse.2,12 In
recent years, this study of phenotypic variation has taken the
form of molecular epidemiology, whereby metabolic bio-
markers of disease risk are sought via analysis of biofluids,
typically urine and blood products, from large cohorts of
samples such as those derived from biobanks. Application of
statistical approaches, in particular metabolome-wide associa-
tion studies (MWAS),2,13,14 have been useful in elucidating
subtle metabolic signatures of disease and disease risk because
of the statistical power afforded by population-level sample
collection and analysis.15,16 When paired with broad metabolite
profiling, these large-scale analyses are able to generate
unprecedented power in phenotypic comparisons of popula-
tions.13 The demand for biofluid profiling in biobanking and
other large scale applications is therefore increasing rapidly.
Consequently, there is a fundamental requirement for high

precision analytical data generation for the most widely
sampled biofluids. Nuclear magnetic resonance (NMR) spec-
troscopy has long been a favored analytical platform for the
generation of metabolic profiles with quantitative values and
high reproducibility facilitating comparisons among individuals
or groups of individuals within populations.17−20 Nevertheless,
the technique is limited when used for rapid profiling both in
terms of its ability to discern individual molecules in complex
mixtures and its sensitivity. Liquid chromatography coupled to
mass spectrometry (LC-MS) offers a complementary approach
for biofluid analysis, boasting multidimensional high resolution
separations and sensitive detection across a broad range of
chemical species.21,22 However, exploratory LC-MS platforms
can suffer from batch variations, run order effects, and lack of
reproducibility, due in part to the complexity of the hyphenated
system involving the distinct processes of high pressure liquid
separation followed by analyte ionization and finally mass
spectrometric separation and detection. High coefficients of
variation from LC-MS measurements have been observed when
attempting analysis of samples from large patient cohorts23

indicating the difficulty in achieving stable metabolic signatures
in large-scale analysis. Despite this, the allure of epidemio-
logical-scale metabolic data sets continues to drive the
development of LC-MS approaches for large-scale biofluid
characterization24,25 as well as the development of informatic
approaches22,26−30 to combat seemingly inevitable24,31,32

analytical imprecision (e.g., sample batch effects).

Both blood products (i.e., plasma and serum) and urine are
commonly collected and available in biobanks for molecular
epidemiology studies. While the analysis of blood products has
been the subject of recent advances fit for the purpose of large-
scale application,22 the ultra-performance liquid chromatog-
raphy−mass spectrometry (UPLC-MS) approaches used for
analysis of human urine have not been sufficiently demon-
strated for this purpose. Here, we report the adaptation of
UPLC and orthogonal acceleration time-of-flight mass
spectrometry (oaTOF-MS) systems for urine analysis, deliver-
ing a platform capable of continuous operation which
minimizes the need for collection of data in distinct batches,
maximizes efficiency, and produces high quality data with high
analytical precision. Complementary reversed-phase chroma-
tography (RPC) and hydrophilic interaction liquid chromatog-
raphy (HILIC) separations coupled to oaTOF-MS are
individually the most common LC-MS techniques used for
metabolic phenotyping of urine31 and were developed here for
high precision chromatographic separation within a window of
time defined by the practical constraints imposed by a high
throughput working laboratory. The achievable degree of
reproducibility is exemplified using two independent sets of
human urine samples from distinct large-scale epidemiological
studies: the Alzheimer’s Disease Multimodal Biomarkers study
(ALZ)33,34 and the Airwave Health Monitoring study (AW) of
police officers and staff in Great Britain.35

■ EXPERIMENTAL SECTION
Since quality control (QC) is essential to the development and
demonstration of this protocol, multiple reference materials
were developed and used to monitor and evaluate data quality.
Details of the chemical composition and sources of the method
reference (MR) and internal standards (IS) chemical mixtures,
study reference (SR) and long-term reference (LTR) pooled
urine samples, sample preparation, and data acquisition
procedures and parameters are contained within the Supporting
Information. Key aspects of chromatographic and UPLC-MS
system adaptation and control are described here.

Sample Preparation and Method Timing Consider-
ations. The 96-well plate format is a standard utilized in many
high throughput/high volume processes including cell screen-
ing, PCR amplification, and immunoassays (e.g., ELISA) and
was therefore adopted as the fundamental block unit for
biofluid sample preparation. To establish a regular period for
preparation and analysis of sample plates, an analytical cycle of
exactly 15 min was selected which allowed the analysis of a
single block of 96 samples in 24 h. Further blocks may then be
appended at convenient and regular intervals to facilitate
continuous analysis.

UPLC-MS System Configuration. All UPLC-MS systems
used herein for development and sample analysis utilized the
following three components. The sample handling component
was a Waters 2777C sample manager (Waters Corp., Milford,
MA, USA) equipped with a 25 μL Hamilton syringe, a 2 μL
loop used for full-loop injections of prepared sample, and a 3-
drawer sample chamber thermo-stated at 4 °C with a constant
flow of dry nitrogen gas to prevent the buildup of condensation.
The LC component was an ACQUITY UPLC (Waters Corp.,
Milford, MA, USA) composed of a binary solvent manager and
column heater/cooler module. Finally, the MS component was
a Xevo G2-S oaTOF MS (Waters Corp., Manchester, UK)
coupled to the UPLC via a Zspray electrospray ionization (ESI)
source.
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Reversed-Phase Chromatography (RPC) Method De-
velopment. The stationary phase and mobile phase conditions
previously reported by Wong et al.36 were adopted for use in
biofluid profiling due to their established suitability for the
retention of small polar species in highly aqueous environments
and separation of less polar species over the course of a gradient
elution.21 Water and acetonitrile, each supplemented with 0.1%
formic acid (mobile phases A and B, respectively), were chosen
for the mobile phase because of their ease of volumetric
preparation or direct commercial availability in large batches,
mitigating concern for solvent preparation as a cause for batch
effects. A 2.1 × 150 mm HSS T3 column thermostatted at 45
°C was used with a mobile phase flow rate of 0.6 mL/min,
generating a maximum pressure of approximately 12 000 psi
(80% of the maximum achievable system pressure of 15 000
psi) in a water/acetonitrile gradient. The chosen flow rate
represents a balance between chromatographic performance
(maximized in UPLC at high mobile phase linear velocities37)
and observed MS intensity which is concentration sensitive and
therefore inversely related to effluent flow rate.38,39 The flow
rate was well tolerated by the ESI source, even when the
effluent was highly aqueous.
After a 0.1 min isocratic separation at initial conditions (99%

A), a linear gradient elution (99% A to 45% A in 9.9 min) was
applied, generating the data-rich portion of the separation,
followed by a more rapid gradient (45% A to 0% A in 0.7 min)
to final conditions. In the latter stage, the mobile phase flow
rate was simultaneously increased to 1.0 mL/min, allowing
faster column washing. Due to the relatively low viscosity and
high volatility of the organic component of the mobile phase,
no problems with LC system pressure or desolvation in the MS
interface were observed during increased flow conditions.
Changes in flow rate were applied gradually in order to utilize
available system pressure without introducing large fluctuations.
The duration of column equilibration was adjusted to provide
sufficient retention and chromatographic precision of early
eluting species in subsequent analyses at the minimal expense
of time. The final gradient conditions for the RPC separation
are summarized in Table SI-1, and an accompanying
representative LC system pressure trace is provided in Figure
SI-1.
Hydrophilic Interaction Liquid Chromatography

(HILIC) Method Development. The chromatographic
retention and separation of small polar molecules was
conducted using a 2.1 × 150 mm Acquity BEH HILIC column
(Waters Corp., Milford, MA, USA) thermostatted at 40 °C.
The solvent system chosen was acetonitrile with 0.1% formic
acid (A) and 20 mM ammonium formate in water with 0.1%
formic acid (B). The flow rate of 0.6 mL/min established for
the RPC separation was found to be equally well suited for
application in the HILIC separation and was therefore used
during sample loading and gradient elution. After a 0.1 min
isocratic separation at initial conditions (95% A), a two-stage
gradient was conducted to achieve approximately uniform peak
shape in the elution of urinary analytes. First, a shallow linear
gradient between 95% and 80% A was used followed by a more
rapid gradient from 80% to 50% A in order to improve the peak
shape of late eluting analyte species which otherwise appeared
as broad and sometimes tailing peaks. Following a return to
initial composition, the flow rate was increased to 1.0 mL/min
to expedite equilibration of the chromatographic system,
providing sufficient retention and chromatographic precision
of early eluting species in subsequent analyses. The final

gradient conditions for the HILIC separation are summarized
in Table SI-2, and an accompanying representative LC system
pressure trace is provided in Figure SI-2.
As HILIC methods are often reported to benefit from longer

equilibration times relative to RPC,31,40−42 the method herein
was specifically designed to allow for extended equilibration
without precluding the option for increased throughput. This
was accomplished by ensuring the complete elution of analytes
by 7.5 min (half of the total run time), making the method
compatible with specialized chromatographic systems capable
of column switching, mating two independent separations to a
single mass spectrometer in staggered parallel operation. While
capable of doubling the productivity of a single mass
spectrometer, such a system was not implemented in the
studies reported here.

Optimization of UPLC-MS System Configuration. The
ESI source used to couple the UPLC to the MS allowed for
adjustable angular positioning of the sample probe in relation to
the inlet cone. The potential for accumulation of sample-
derived residue on the inlet cone and guard was minimized by
using the most orthogonal setting that still allowed for a near-
maximum signal detected for reference standards within the
RPC MR mixture. A setting of 7 mm on the adjustment
micrometer was used for all assays. To further protect the cone
from residue accumulation during operation, the cone gas flow
was set to 150 L/h, representing the highest flow achievable
while maintaining near maximal signal intensity for RPC MR
standards. Optimized ion source and ion guide settings were
established to maximize the observed signal and minimize
fragmentation of small molecules using the standards within the
RPC MR. These probe position, source, and ion guide settings
were standardized for use within the laboratory for all assay
types applicable to urine analysis. Furthermore, as standard
practice, each instrument was tuned to achieve high resolution
at maximum sensitivity immediately prior to conducting each
assay (see the Supporting Information for details of tuning
procedure and resolution values achieved). RPC analysis was
performed in both positive and negative ion modes (RPC+ and
RPC−, respectively) while the HILIC assay was performed in
the positive ion mode only (HILIC+). Instrument-specific
details are provided in the Supporting Information.

MS Detector Gain Control. A prototype software
algorithm was developed to maintain consistent electron
multiplier gain during sustained use. During instrument setup,
the applied detector voltage was adjusted to give an optimum
signal-to-noise ratio for digitized signals arising from individual
ion arrivals, ensuring efficient recording of the majority of ion
arrivals. The relative detector gain was measured at this
optimum voltage, establishing the target value to be maintained
throughout the series of sample analyses. This value was
determined by calculating the ratio of summed intensities
between mass spectral data digitized using an analogue-to-
digital converter and mass spectral data acquired in an ion
counting mode of operation. This ratio provides a measure of
the mean area of the signal arising from ion arrivals over a given
mass-to-charge ratio (m/z) range after digitization and
amplification. To compensate for a loss of gain observed
under sustained operation, the algorithm automatically adjusts
the applied detector voltage in response to relative gain
measurements taken immediately prior to each new sample
injection. By interpolating between the current relative detector
gain value and the value measured after an arbitrary increase in
detector voltage (+25 V), a new detector voltage value may be
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calculated prior to each injection such that the relative gain is
maintained at the reference value throughout the analysis.
The overall gain of an electron multiplier, under constant

operating conditions, is dependent on ion velocity and hence
on the m/z of the incident ions. Therefore, measuring relative
gain over a wide mass range gives a value dependent on the
relative population of ions at each m/z value. With this in mind,
the chemical noise arising from ionization of LC effluent during
chromatographic equilibration was used as a stable and
reproducible signal when performing gain measurements.
This method negates the requirement for separate introduction
of a reference sample, providing highly reproducible spectra
while avoiding the need for effluent diversion during measure-
ment. In order to maintain a regular analytical cycle and to
avoid variation in column equilibration times between sample
injections (potentially detracting from analytical reproduci-
bility), the algorithm was designed to run for a fixed time of 2
min, regardless of (typically in excess of) the time required to
complete calculation and adjustment. This time corresponds to
the column equilibration period, and therefore, this function-
ality did not extend the overall experiment time.
Human Population Studies for Method Exemplifica-

tion. The methods and UPLC-MS system configuration
described herein were applied to selected sample sets from
two independent epidemiological studies in order to exemplify
the quality of data produced across distinct experiments. The
first set (ALZ) was derived from a UK epidemiological study of
Alzheimer’s disease and conversion from mild cognitive
impairment. Urine samples were collected from Alzheimer’s
disease patients (n = 200), participants with mild cognitive
impairment (n = 575), and control participants (n = 200). A
subset of these samples (n = 655) was provided for molecular
phenotyping by both HILIC and RPC methods. All samples
remained unaliquoted and frozen (never thawed) at −80 °C for
an average duration of approximately three years (range = 1 to
10 years) following collection. The second set (AW) was
derived from an epidemiological study of microwave radiation
exposure from terrestrial trunked radio (TETRA) use by police
personnel within the UK. Samples from 1040 (RPC) and 1000
(HILIC) participants were selected for use in this study. Urine
samples were collected within various clinics local to
participating UK police forces, aliquoted into 2 mL cryovials,
shipped to a central laboratory at 4 °C within 24 h, and then
placed at −80 °C and later at −180 °C in liquid nitrogen for
long-term storage. The maximum duration of storage was eight
years, and during this time, samples were never thawed. No
preservatives were added to the urine samples of either set.
Biological end points of the ALZ and AW studies were
considered to be outside the scope of analytical performance
assessment and are therefore not presented.
Feature Extraction, Data Filtration, and Quality

Assessment. For each study and each analysis type (RPC+,
RPC−, and HILIC+), the quality of the data set produced was
assessed using data extracted from the repeated regular
injections of SR and LTR urine samples, alternating every 5
study sample injections, supplemented with the chromato-
graphic method-appropriate RPC or HILIC MR mixture. This
approach enables the complementary evaluation of both
specific molecular targets and the aggregate of all detectable
small molecule features. Targeted detection and integration of
MR and IS analyte peaks were performed across all QC and
QC dilution series samples using TargetLynx (MassLynx 4.1)
and manually reviewed for accuracy. Untargeted peak detection,

alignment, grouping, integration, and deisotoping were
performed on each full data set (all study samples, QC
samples, and QC dilution series samples) using Progenesis QI
2.1 software (Waters Corp., Manchester, UK). Inclusion of the
study samples can potentially affect the alignment and grouping
of features in untargeted feature extraction (versus performing
the procedure on the QC samples only), and therefore while
the study sample data were not used for the evaluation of
analytical precision, they were included in the preprocessing.
This was done in order to be consistent with the manner in
which a profiling data set would be processed for biological
interpretation. Parameters for both targeted and untargeted
feature detection procedures are provided in the Supporting
Information. Detected and integrated chromatographic peaks
belonging to the same spectral feature of the same chemical
species across all samples are referred to herein as “feature
groups”.
In an approach adapted from Croixmarie et al.,43 the

response of each feature group (extracted by both untargeted
and targeted means) to sample dilution was assessed by
calculation of Pearson correlation coefficients between the QC
sample dilution factor and the extracted signal intensity for the
pre- and postsample analysis dilution series. The motivation for
this approach is to identify feature groups that are not
correlated to the gradient of concentration generated by the
dilutions series and therefore should not be considered as
reliable features. Thus, feature groups with correlation
coefficient of less than 0.8 were removed from the data set.
The resulting data is presented without application of data
correction procedures (e.g., normalization or curve fitting) in
order to facilitate clear reporting and evaluation of the data
quality produced by the optimized analytical platform.

■ RESULTS AND DICUSSION
Consideration of the Importance of a Regular

Analytical Cycle for Continuous Operation. The regularity
of analysis achieved using 96-well plates paired with a 15 min
analytical cycle grants efficiency to the measurement platform,
producing a dependable schedule of sample preparation and
analysis which can be easily managed to allow continuous
batch-free operation of large sample sets (ca. 1000 samples).
Such a cycle helps to avoid situations where variable numbers
of sample plates must be prepared and submitted to ensure
analysis does not stop outside of working hours. By avoiding
the need for reactive sample management, the variation in
sample age (between preparation and analysis) can be more
easily controlled, limiting time-dependent chemical changes as
a source of variance in the observed profiles. Therefore, cycle
times of 15 min (1 plate per day), 10 min (3 plates per 2 days),
7.5 min (2 plates per day), 5 min (3 plates per day), and so on
are advocated for ease of maintenance, allowing continuous
batch-free analysis. Here, a 15 min analytical cycle was selected
as providing both a generous amount of time for chromato-
graphic separation of the complex biofluid sample and a
minimal range of sample ages.

Chromatographic Performance of RPC and HILIC
Methods. Working within the constraint of a 15 min analytical
cycle, RPC and HILIC methods were developed for separation
performance and precision. A special emphasis was placed on
resolution of early eluting species, using 150 mm columns in
both chromatographic modes to improve chromatographic
efficiency (relative to 100 or 50 mm lengths more traditionally
used for UPLC applications) in the earliest region of the urine
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chromatogram where the separation is occurring under virtually
isocratic conditions and feature density is high with small polar
analytes (particularly in RPC analyses). Base peak intensity
chromatograms of LTR sample analyses by each UPLC-MS
method (RPC+, RPC−, HILIC+) are shown in Figure 1,
illustrating the separation and distribution of analytes within
the urine matrix.
The retention time precision of each chromatographic

method was assessed using the MR standards and IS within
the QC samples of each study as exemplary molecular targets.
SR and LTR samples were assessed collectively, as retention
time is expected to be independent of matrix composition.
Feature-specific measurements across all 130 QC samples (ALZ
study, all assays) and 208/200 QC samples (AW study, RPC/
HILIC assays, respectively) are summarized in Table SI-3.
When considering these results, it is important to recall that
QC samples were spread evenly throughout 780 total sample
injections for the ALZ study and 1248/1200 injections for the
AW study (RPC± and HILIC+ analyses, respectively). The
retention time relative standard deviation (RSD) was less than
1% for all individual reference standards, and the mean RSD of
all method reference standards for each assay did not exceed
0.30%. These results were achieved despite the long duration of
the studies and the consequential need to regularly supplement
mobile phase buffer and solvent with freshly prepared or newly
opened stock. While the RPC method utilizes solvent
formulations that are directly commercially available and
obtainable from a single manufacturing batch, preparation of
HILIC solvents is typically more operator dependent due to
their tailored composition. Separation of the HILIC mobile
phase into unblended aqueous and organic components
(consistent with the recent work of Jacob et al.44 but deviating
from most other published HILIC implementations for urine
analysis21,31,45,46) and reliance on the UPLC hardware to
establish a precise initial mixture of organic solvent with a small
aqueous component (5%) resulted in a simple and repeatable
mobile phase preparation procedure, contributing to the high
degree of retention time precision observed.
Raw UPLC-MS Data Quality of Molecular Targets. The

quality of the raw UPLC-MS data was assessed by integrating
the extracted ion chromatogram (EIC) peak areas of the MR
and IS molecular targets and calculating their RSD values
within each QC sample type. These results are summarized in
Table 1.
Separate treatment of the SR and LTR samples is

representative of their potential use as independent control
and validation QC samples, the merits of which have been
discussed previously.29 Consistent precision was observed
between SR and LTR sample sets for each analysis type.
Within the RPC analyses, negative mode detection generally
produced slightly higher measurement variation than positive
mode detection. As the samples analyzed on each RPC system
were split aliquots from the same set of prepared samples, the
difference in assay performance appears to be a consequence of
either interinstrument variance or the mode of operation, the
latter being consistent with previous reports of positive mode
ESI-MS outperforming negative mode when using the same
chromatographic method.23,47 Nevertheless, the overall results
demonstrate a high degree of analytical precision within the raw
data across all assays and both independent large studies.
Feature Selection and Variance in UPLC-MS Profiling

Data. The feature-extracted data set produced by automatic
peak detection, grouping, and integration will invariably contain

noise from the analytical system (e.g., signals from mobile
phase chemical contaminants) as well as potential artifacts from
the feature extraction process. Depending on the parameters
used for feature extraction, such signals can amount to a
substantial portion of the total number of features detected and

Figure 1. Representative base peak intensity chromatograms of long-
term reference urine sample analyses by reversed phase chromatog-
raphy (RPC) or hydrophilic interaction liquid chromatography
(HILIC) with the indicated positive or negative ion mode mass
spectrometry (±).
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therefore may influence downstream data treatments such as
normalization and multivariate modeling. Simple noise filtering
strategies such as the minimum fraction filter used within
XCMS target and remove infrequently observed signals within
distinct sample classes48,49 and are therefore not well suited to
large epidemiological studies of populations without distinct
subgroupings. We utilize an alternate strategy in which the
intensity of features must be correlated to the matrix
concentration in a series of diluted SR samples in order to be
retained for further analysis. This filter has no dependency on

the study design and is therefore applicable in both small
discriminant studies and large phenotyping efforts. Beyond its
use as a system noise removal tool, the dilution series filter also
helps to ensure that the observed signal of a given feature and
its relative concentration in the sample are positively correlated,
benefiting the interpretation of profiling data. The effects of
dilution series filtration are shown using a representative feature
set (AW RPC+) as a selected example, illustrating the
distribution of eliminated and passing signals, including the
removal of chemical noise (Figure SI-3).

Table 1. Peak Area Precision of Reference Standards within the Alzheimer’s (ALZ) and AIRWAVE (AW) Studies for Reversed-
Phase Chromatography (RPC) and Hydrophilic Interaction Liquid Chromatography (HILIC) Analysesa

aResults are expressed in terms of relative standard deviation (RSD%), and measurements with variance greater than 15% RSD are highlighted in
blue. Different labeled versions of taurine and creatine were utilized between the ALZ and AW studies (see the Supporting Information for details).

Figure 2. Relative standard deviation (RSD) values for all feature groups across all study reference (SR) samples (black), long-term reference (LTR)
samples (red), and study samples (blue) within the AW RPC+ data set. Feature groups are presented in rank order along the y-axis from lowest to
highest SR RSD. LTR sample RSD values are tightly clustered around the SR values demonstrating precision consistency between the independent
QC sample sets. Study sample RSD, representing the combination of analytical and biological variance, is scattered in a log-normal distribution and is
generally in excess of the analytical variance observed. The higher RSD values in study samples (relative to the QC sample sets) illustrate the
biological information contained within.
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Data sets may be further refined by removal of feature groups
that do not meet an arbitrary threshold of peak area
measurement precision prior to downstream analysis. This
approach, utilizing RSD values derived from repeated measure-
ments of a pooled QC sample, is becoming increasingly
mainstream in molecular profiling literature.50 However, such
an approach fails to account for the relationship between the
observed analytical and total (including biological) variation in
each chemical species measured. Using the same selected
example data set (AW RPC+), the comparison of analytical and
total variance observed in the data set was assessed by
juxtaposition of the RSD values calculated for each feature
group within the SR, LTR, and study samples. The results are
shown in Figure 2 (results from AW RPC− and HILIC+ assays
are included as Figures SI-4 and SI-5, respectively). The
observed analytical variance is generally consistent between SR
and LTR sample measurements for each feature group, and for
the vast majority of features, the variance observed within the
study samples is greater than the variance observed within
either QC sample type. This gives confidence that the study
sample measurements contain information potentially relevant
to phenotypic variation. For this selected case, the 30% RSD
threshold often adopted in the literature as a data filter does
appear to be sensible, albeit arbitrary, for eliminating feature
groups that do not demonstrate substantial variance in study
samples beyond that measured in the QC samples (indicating
low biologically relevant variation). However, elimination of
feature groups according to the ratio of observed variance
between the QC samples and study samples may ultimately
prove to be a more relevant criterion, allowing the RSD
threshold to be adaptive with respect to the degree of biological
variance implicit within each feature group. This approach is
therefore proposed here as an alternative to data filtration based
on a static QC sample RSD value.

Raw UPLC-MS Quality of Global Profiling Data. To
complement the targeted assessment of data quality with a
more global interrogation of measurement precision, the
distribution of RSD values51 for all features passing the dilution
series filter was calculated for the SR samples. Figure 3
illustrates the distributions for each analytical method. For
visual clarity, the x-axes have been truncated at 80% RSD;
however, all data were incorporated in the calculation of quality
statistics. The data have also been subdivided on the basis of
the mean feature group intensity in SR samples, into the
bottom, top, and middle-two quartiles (shown in blue, red, and
green) to illustrate the relation between feature intensity and
precision. The median RSD values for the RPC+ method were
16.1% and 12.7% for the ALZ and AZ studies, respectively,
19.3% and 18.3% for the RPC− assay, and 21.4% and 24.3% for
the HILIC+ assay. It is notable that RPC remains the more
robust and dependable chromatographic method, justifying
efforts at expanding its molecular coverage of small polar
molecules.
When considering these values in the greater context of

values reported in the literature for metabolic profiling of urine,
it is important to note that they differ from other reports where
data correction, normalization, or selection is performed prior
to reporting data set quality.23,29,30,44,45,47,52−59 While these
approaches may be fit for the purposes of comparing the
combined analytical and informatic precision of the final data
sets for biological interpretation, they make direct comparison
of raw data quality difficult. Nevertheless, viewed as a whole,
these results clearly illustrate a high degree of raw analytical
precision throughout the feature measurements among all
assays in two independent large studies, demonstrating the
quality of data generated by the analytical platform and
methods.

Figure 3. Relative standard deviation (RSD) distributions for feature groups passing dilution series filtering as measured within the study reference
(SR) samples of each assay (RPC+, RPC−, and HILIC+) for both studies (ALZ and AW). The distributions are segmented by mean feature group
intensity into lower quartile (blue), interquartile range (green), and upper quartile (red). RSD values were calculated across all 104 SR samples (AW
RPC+ and RPC−), 99 SR samples (AW HILIC+), and 65 SR samples (ALZ RPC+, RPC−, and HILIC+).
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MS Detector Performance and Gain Control. Through-
out each experiment, automatic control of the voltage applied
to the MS detector was used to mitigate changes in detector
gain during sustained analysis. The mean change in applied
voltage was approximately 0.15 V per sample across all assays in
each experiment (an exemplar scatter plot of detector voltage
across an experiment is provided in Figure SI-6). In addition to
contributing to the precision in peak area described previously,
the stabilizing effect of this adaptive control system helps to
maintain the fundamental ion detection efficiency of the
instrument, mitigating the potential drift and eventual loss of
low intensity signals below the limit of detection. This approach
is conceptually different from data normalization or other
methods of correction which are applied after data acquisition
to correct for longitudinal trends in signal intensity, as the latter
cannot correct for changes in relative response with respect to
absolute signal intensity which arise from inefficient ion
detection and they cannot restore lost signals. It is also
important to note that the magnitude of voltage adjustment
required per sample is calculated on background chemical noise
from the LC effluent during column equilibration and is
therefore reliant neither on the composition or the
concentration of a specific analyte nor on the experimental
data itself.
Relevance of Data Refinement Approaches. Reducing

dependency on data treatment procedures in order to elucidate
subtle effects in large populations is a key aim in the
development of high precision analytical assays. Here, we
have demonstrated that achieving batch-free analysis is key in
producing high precision raw data, mitigating the need for
computationally intense data correction analytics and thereby
limiting the potential for overcorrection and artifact introduc-
tion. Nevertheless, the development of mathematical analytics
for correcting sample run-order and batch effects remains
necessary and beneficial to molecular profiling studies. While
the work presented herein demonstrates a high degree of raw
data quality achievable, it also confirms the persistence of
analyte-specific longitudinal trends (drift) in such analyses.
A detailed investigation of the slightly increased variance

observed in the negative mode analysis (relative to positive
mode) indicated greater longitudinal trends in feature intensity
as the cause of the higher RSD values, rather than increased
random variance in measurement alone. Indeed, feature-specific
trends are commonly observed throughout the data sets
investigated here despite the high degree of overall precision.
The behavior of labeled L-leucine in the ALZ RPC- data set
(having the highest RSD value in the LTR samples) is
illustrated in Figure 4 as an exemplary case. Feature specific LC-
MS data correction procedures such as curve fitting29 and
LOESS regression22 may be appropriately applied and expected
to perform well, further improving the data precision in a
feature-specific manner. To illustrate this in the selected
example, a simple cubic spline was fitted to the SR samples
and interpolated to correct the independent LTR samples,
eliminating the longitudinal drift and reducing the measure-
ment RSD from 13.8% to 3.8% in the LTR samples (Figure 4).
Additionally, it is important to note that the analytical
continuity achieved here is subject to unexpected disturbance,
as hardware or software errors may still introduce batch effects
into an otherwise high precision analysis. In these instances,
batch correction tools that produce high precision data sets
without erroneously constraining meaningful biological var-
iance remain valuable assets.

■ CONCLUSIONS
These results demonstrate the feasibility of collecting
exploratory UPLC-MS data suitable for the elucidation of
subtle metabolic effects within epidemiological studies. The
system described is capable of continuous analysis, producing
data with exceptional precision when applied at a large scale.
Minimization of signal loss is pursued throughout the
development of the UPLC-MS platform configuration and
assay set, maximizing sensitivity in order to effectively trade it
for longitudinal stability. This is achieved in part by adjustment
of the MS ion optics and ion source parameters to maximize
sensitivity with commensurate minimization of sample material
injected. Together, these steps limit signal loss due to source
and ion optic contamination with biological matrix and
eliminate the need for related intervention and maintenance
(with consequential batch effects) during large scale experi-
ments. Additional measurement stability is provided by
automatic MS detector gain control, adaptively compensating
for trends in instrument performance without reliance on the
experimental data. By mitigating signal loss end-to-end, the
UPLC-MS system becomes a robust platform for molecular
profiling of the imprinted metabolic processes observable in
human urine. Acquisition of high precision data reduces the
need for informatic correction but does not eliminate it entirely
as longitudinal trends and batches due to software/hardware
failure can still pose threats, highlighting system robustness as a
key factor in large scale phenotyping applications.
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leucine measured within the SR and LTR samples (65 injections of
each in 780 total injections within the ALZ data set). Simple cubic
spline fitted to SR samples was used to generate an intensity correction
curve for all other samples (including study samples), mitigating the
longitudinal trend. This treatment improves the apparent measure-
ment precision, in this case demonstrated as applied to the
independent LTR samples.

Analytical Chemistry Article

DOI: 10.1021/acs.analchem.6b01481
Anal. Chem. 2016, 88, 9004−9013

9011

http://pubs.acs.org/doi/suppl/10.1021/acs.analchem.6b01481/suppl_file/ac6b01481_si_001.pdf
http://pubs.acs.org
http://pubs.acs.org/doi/abs/10.1021/acs.analchem.6b01481
http://pubs.acs.org/doi/abs/10.1021/acs.analchem.6b01481
http://dx.doi.org/10.1021/acs.analchem.6b01481


series filtering effects; RSD values; voltages applied to the
MS detector (PDF)

■ AUTHOR INFORMATION

Corresponding Authors
*E-mail: Matthew.Lewis@imperial.ac.uk (M.R.L.).
*E-mail: J.Nicholson@imperial.ac.uk (J.K.N.).

Present Address
¶A.C.D.: Kolling Institute of Medical Research, University of
Sydney, Royal North Shore Hospital, St Leonards 2065, NSW,
Australia.

Notes
The authors declare no competing financial interest.
Alzheimer’s disease study samples came from the AddNeur-
oMed and ART/DCR studies with ethical approval from
boards in the study site institutions across Europe. The Airwave
Study has ethical approval through the National Health Service
multisite research ethics committee (MREC/13/NW/0588).
Each participant provided informed written consent to
participate in the study following procedures approved by the
MREC. Human samples (used in generation of the long term
reference matrix) used in this research project were obtained
from the Imperial College Healthcare Tissue Bank (ICHTB).
ICHTB is supported by the National Institute for Health
Research (NIHR) Biomedical Research Centre based at
Imperial College Healthcare NHS Trust and Imperial College
London. ICHTB is approved by NRES to release human
material for research (12/WA/0196), and the samples for this
project (R13053) were issued from sub-collection reference
number IRD-ML-13-030.

■ ACKNOWLEDGMENTS

This work was supported by the Medical Research Council and
National Institute for Health Research UK through funding for
the MRC-NIHR National Phenome Centre, MRC grant
number MC-PC-12025. The Airwave Study is funded by the
Home Office (grant number 780-TETRA) with additional
support from the National Institute for Health Research
(NIHR) Imperial College Healthcare NHS Trust (ICHNT)
and Imperial College Biomedical Research Centre (BRC)
(grant number BRC-P38084). P.E. is supported by the ICHNT
and Imperial College BRC, the MRC-PHE Centre for
Environment and Health, and the NIHR Health Protection
Research Unit on Health Impact of Environmental Hazards and
is an NIHR Senior Investigator. The Alzheimer’s disease study
samples came from the AddNeuroMed and ART/DCR studies.
AddNeuroMed was funded under the EU FP6 programme and
was a precursor study for the IMI initiative. We thank the
clinical leads for the study including Patricia Mecocci, Hilkka
Soininen, Bruno Vellas, Iwona Kloszewska, and Magda Tsolaki
as well as other study researchers and participants. The ART/
DCR study was funded principally by the Alzheimer’s Research
Trust (now Alzheimer’s Research UK) with additional support
from the NIHR Biomedical Research Centre at SLaM and
KCL. This work used the computing resources of the UK
MEDical BIOinformatics (UK MED-BIO) project supported
by the MRC [MR/L01632X/1]. The authors wish to thank
James Heaton and Norman Smith for their valuable insights on
chromatographic theory and optimization, as well as the many
individuals involved in supporting each of the studies discussed
herein.

■ REFERENCES
(1) Nicholson, J. K.; Connelly, J.; Lindon, J. C.; Holmes, E. Nat. Rev.
Drug Discovery 2002, 1, 153−161.
(2) Holmes, E.; Loo, R. L.; Stamler, J.; Bictash, M.; Yap, I. K.; Chan,
Q.; Ebbels, T.; De Iorio, M.; Brown, I. J.; Veselkov, K. A.; Daviglus, M.
L.; Kesteloot, H.; Ueshima, H.; Zhao, L.; Nicholson, J. K.; Elliott, P.
Nature 2008, 453, 396−400.
(3) Lindon, J. C.; Nicholson, J. K. Annu. Rev. Anal. Chem. 2008, 1,
45−69.
(4) Patti, G. J.; Yanes, O.; Siuzdak, G. Nat. Rev. Mol. Cell Biol. 2012,
13, 263−269.
(5) Nicholson, J. K.; Lindon, J. C. Nature 2008, 455, 1054−1056.
(6) Holmes, E.; Wilson, I. D.; Nicholson, J. K. Cell 2008, 134, 714−
717.
(7) Assfalg, M.; Bertini, I.; Colangiuli, D.; Luchinat, C.; Schafer, H.;
Schutz, B.; Spraul, M. Proc. Natl. Acad. Sci. U. S. A. 2008, 105, 1420−
1424.
(8) Bernini, P.; Bertini, I.; Luchinat, C.; Nepi, S.; Saccenti, E.;
Schafer, H.; Schutz, B.; Spraul, M.; Tenori, L. J. Proteome Res. 2009, 8,
4264−4271.
(9) Krug, S.; Kastenmuller, G.; Stuckler, F.; Rist, M. J.; Skurk, T.;
Sailer, M.; Raffler, J.; Romisch-Margl, W.; Adamski, J.; Prehn, C.;
Frank, T.; Engel, K. H.; Hofmann, T.; Luy, B.; Zimmermann, R.;
Moritz, F.; Schmitt-Kopplin, P.; Krumsiek, J.; Kremer, W.; Huber, F.;
Oeh, U.; Theis, F. J.; Szymczak, W.; Hauner, H.; Suhre, K.; Daniel, H.
FASEB J. 2012, 26, 2607−2619.
(10) Dallmann, R.; Viola, A. U.; Tarokh, L.; Cajochen, C.; Brown, S.
A. Proc. Natl. Acad. Sci. U. S. A. 2012, 109, 2625−2629.
(11) Nicholson, J. K.; Holmes, E.; Kinross, J.; Burcelin, R.; Gibson,
G.; Jia, W.; Pettersson, S. Science 2012, 336, 1262−1267.
(12) Yousri, N. A.; Kastenmuller, G.; Gieger, C.; Shin, S. Y.; Erte, I.;
Menni, C.; Peters, A.; Meisinger, C.; Mohney, R. P.; Illig, T.; Adamski,
J.; Soranzo, N.; Spector, T. D.; Suhre, K. Metabolomics 2014, 10,
1005−1017.
(13) Elliott, P.; Posma, J. M.; Chan, Q.; Garcia-Perez, I.;
Wijeyesekera, A.; Bictash, M.; Ebbels, T. M.; Ueshima, H.; Zhao, L.;
van Horn, L.; Daviglus, M.; Stamler, J.; Holmes, E.; Nicholson, J. K.
Sci. Transl. Med. 2015, 7, 285ra62.
(14) Sekula, P.; Goek, O. N.; Quaye, L.; Barrios, C.; Levey, A. S.;
Romisch-Margl, W.; Menni, C.; Yet, I.; Gieger, C.; Inker, L. A.;
Adamski, J.; Gronwald, W.; Illig, T.; Dettmer, K.; Krumsiek, J.; Oefner,
P. J.; Valdes, A. M.; Meisinger, C.; Coresh, J.; Spector, T. D.; Mohney,
R. P.; Suhre, K.; Kastenmuller, G.; Kottgen, A. J. Am. Soc. Nephrol.
2016, 27, 1175−1188.
(15) Menni, C.; Kastenmuller, G.; Petersen, A. K.; Bell, J. T.; Psatha,
M.; Tsai, P. C.; Gieger, C.; Schulz, H.; Erte, I.; John, S.; Brosnan, M. J.;
Wilson, S. G.; Tsaprouni, L.; Lim, E. M.; Stuckey, B.; Deloukas, P.;
Mohney, R.; Suhre, K.; Spector, T. D.; Valdes, A. M. Int. J. Epidemiol.
2013, 42, 1111−1119.
(16) Nicholson, G.; Rantalainen, M.; Maher, A. D.; Li, J. V.;
Malmodin, D.; Ahmadi, K. R.; Faber, J. H.; Hallgrimsdottir, I. B.;
Barrett, A.; Toft, H.; Krestyaninova, M.; Viksna, J.; Neogi, S. G.;
Dumas, M. E.; Sarkans, U.; The Molpage, C.; Silverman, B. W.;
Donnelly, P.; Nicholson, J. K.; Allen, M.; Zondervan, K. T.; Lindon, J.
C.; Spector, T. D.; McCarthy, M. I.; Holmes, E.; Baunsgaard, D.;
Holmes, C. C. Mol. Syst. Biol. 2011, 7, 525.
(17) Nicholson, J. K.; Wilson, I. D. Prog. Nucl. Magn. Reson. Spectrosc.
1989, 21, 449−501.
(18) Larive, C. K.; Barding, G. A.; Dinges, M. M. Anal. Chem. 2015,
87, 133−146.
(19) Beckonert, O.; Keun, H. C.; Ebbels, T. M.; Bundy, J.; Holmes,
E.; Lindon, J. C.; Nicholson, J. K. Nat. Protoc. 2007, 2, 2692−2703.
(20) Dona, A. C.; Jimenez, B.; Schafer, H.; Humpfer, E.; Spraul, M.;
Lewis, M. R.; Pearce, J. T.; Holmes, E.; Lindon, J. C.; Nicholson, J. K.
Anal. Chem. 2014, 86, 9887−9894.
(21) Want, E. J.; Wilson, I. D.; Gika, H.; Theodoridis, G.; Plumb, R.
S.; Shockcor, J.; Holmes, E.; Nicholson, J. K. Nat. Protoc. 2010, 5,
1005−1018.

Analytical Chemistry Article

DOI: 10.1021/acs.analchem.6b01481
Anal. Chem. 2016, 88, 9004−9013

9012

http://pubs.acs.org/doi/suppl/10.1021/acs.analchem.6b01481/suppl_file/ac6b01481_si_001.pdf
mailto:Matthew.Lewis@imperial.ac.uk
mailto:J.Nicholson@imperial.ac.uk
http://dx.doi.org/10.1021/acs.analchem.6b01481


(22) Dunn, W. B.; Broadhurst, D.; Begley, P.; Zelena, E.; Francis-
McIntyre, S.; Anderson, N.; Brown, M.; Knowles, J. D.; Halsall, A.;
Haselden, J. N.; Nicholls, A. W.; Wilson, I. D.; Kell, D. B.; Goodacre,
R.; Human Serum Metabolome Consortium. Nat. Protoc. 2011, 6,
1060−1083.
(23) Swann, J. R.; Spagou, K.; Lewis, M.; Nicholson, J. K.; Glei, D. A.;
Seeman, T. E.; Coe, C. L.; Goldman, N.; Ryff, C. D.; Weinstein, M.;
Holmes, E. J. Proteome Res. 2013, 12, 3166−3180.
(24) Zelena, E.; Dunn, W. B.; Broadhurst, D.; Francis-McIntyre, S.;
Carroll, K. M.; Begley, P.; O’Hagan, S.; Knowles, J. D.; Halsall, A.;
HUSERMET Consortium; Wilson, I. D.; Kell, D. B. Anal. Chem. 2009,
81, 1357−1364.
(25) Broeckling, C. D.; Heuberger, A. L.; Prenni, J. E. J. Visualized
Exp. 2013, e50242.
(26) Wang, S. Y.; Kuo, C. H.; Tseng, Y. J. Anal. Chem. 2013, 85,
1037−1046.
(27) Vaughan, A. A.; Dunn, W. B.; Allwood, J. W.; Wedge, D. C.;
Blackhall, F. H.; Whetton, A. D.; Dive, C.; Goodacre, R. Anal. Chem.
2012, 84, 9848−9857.
(28) Nezami Ranjbar, M. R.; Zhao, Y.; Tadesse, M. G.; Wang, Y.;
Ressom, H. W. Proteome Sci. 2013, 11, S13.
(29) van der Kloet, F. M.; Bobeldijk, I.; Verheij, E. R.; Jellema, R. H.
J. Proteome Res. 2009, 8, 5132−5141.
(30) Kamleh, M. A.; Ebbels, T. M. D.; Spagou, K.; Masson, P.; Want,
E. J. Anal. Chem. 2012, 84, 2670−2677.
(31) Contrepois, K.; Jiang, L. H.; Snyder, M. Mol. Cell. Proteomics
2015, 14, 1684−1695.
(32) Wehrens, R.; Hageman, J. A.; van Eeuwijk, F.; Kooke, R.; Flood,
P. J.; Wijnker, E.; Keurentjes, J. J.; Lommen, A.; van Eekelen, H. D.;
Hall, R. D.; Mumm, R.; de Vos, R. C. Metabolomics 2016, 12, 88.
(33) Lovestone, S.; Francis, P.; Kloszewska, I.; Mecocci, P.; Simmons,
A.; Soininen, H.; Spenger, C.; Tsolaki, M.; Vellas, B.; Wahlund, L. O.;
Ward, M.; AddNeuroMed Consortium. Ann. N. Y. Acad. Sci. 2009,
1180, 36−46.
(34) Hye, A.; Lynham, S.; Thambisetty, M.; Causevic, M.; Campbell,
J.; Byers, H. L.; Hooper, C.; Rijsdijk, F.; Tabrizi, S. J.; Banner, S.; Shaw,
C. E.; Foy, C.; Poppe, M.; Archer, N.; Hamilton, G.; Powell, J.; Brown,
R. G.; Sham, P.; Ward, M.; Lovestone, S. Brain 2006, 129, 3042−3050.
(35) Elliott, P.; Vergnaud, A. C.; Singh, D.; Neasham, D.; Spear, J.;
Heard, A. Environ. Res. 2014, 134, 280−285.
(36) Wong, M. C.; Lee, W. T.; Wong, J. S.; Frost, G.; Lodge, J. J.
Chromatogr. B: Anal. Technol. Biomed. Life Sci. 2008, 871, 341−348.
(37) Petersson, P.; Frank, A.; Heaton, J.; Euerby, M. R. J. Sep. Sci.
2008, 31, 2346−2357.
(38) Asperger, A.; Efer, J.; Koal, T.; Engewald, W. J. Chromatogr. A
2001, 937, 65−72.
(39) Tang, K.; Page, J. S.; Smith, R. D. J. Am. Soc. Mass Spectrom.
2004, 15, 1416−1423.
(40) Tang, D. Q.; Zou, L.; Yin, X. X.; Ong, C. N. Mass Spectrom. Rev.
2016, 35, 574.
(41) Gray, N.; Heaton, J.; Musenga, A.; Cowan, D. A.; Plumb, R. S.;
Smith, N. W. J. Chromatogr. A 2013, 1289, 37−46.
(42) Callahan, D. L.; De Souza, D.; Bacic, A.; Roessner, U. J. Sep. Sci.
2009, 32, 2273−2280.
(43) Croixmarie, V.; Umbdenstock, T.; Cloarec, O.; Moreau, A.;
Pascussi, J. M.; Boursier-Neyret, C.; Walther, B. Anal. Chem. 2009, 81,
6061−6069.
(44) Jacob, C. C.; Dervilly-Pinel, G.; Biancotto, G.; Monteau, F.; Le
Bizec, B. Metabolomics 2015, 11, 184−197.
(45) Spagou, K.; Wilson, I. D.; Masson, P.; Theodoridis, G.; Raikos,
N.; Coen, M.; Holmes, E.; Lindon, J. C.; Plumb, R. S.; Nicholson, J.
K.; Want, E. J. Anal. Chem. 2011, 83, 382−390.
(46) Trivedi, D. K.; Iles, R. K. Biomed. Chromatogr. 2015, 29, 240−
245.
(47) Mattarucchi, E.; Baraldi, E.; Guillou, C. Biomed. Chromatogr.
2012, 26, 89−94.
(48) Smith, C. A.; Want, E. J.; O’Maille, G.; Abagyan, R.; Siuzdak, G.
Anal. Chem. 2006, 78, 779−787.

(49) Libiseller, G.; Dvorzak, M.; Kleb, U.; Gander, E.; Eisenberg, T.;
Madeo, F.; Neumann, S.; Trausinger, G.; Sinner, F.; Pieber, T.;
Magnes, C. BMC Bioinf. 2015, 16, 118.
(50) Gika, H. G.; Zisi, C.; Theodoridis, G.; Wilson, I. D. J.
Chromatogr. B: Anal. Technol. Biomed. Life Sci. 2016, 1008, 15−25.
(51) Parsons, H. M.; Ekman, D. R.; Collette, T. W.; Viant, M. R.
Analyst 2009, 134, 478−485.
(52) Gika, H. G.; Macpherson, E.; Theodoridis, G. A.; Wilson, I. D. J.
Chromatogr. B: Anal. Technol. Biomed. Life Sci. 2008, 871, 299−305.
(53) Peng, J.; Guo, K.; Xia, J. G.; Zhou, J. J.; Yang, J.; Westaway, D.;
Wishart, D. S.; Li, L. J. Proteome Res. 2014, 13, 4457−4469.
(54) Chetwynd, A. J.; Abdul-Sada, A.; Hill, E. M. Anal. Chem. 2015,
87, 1158−1165.
(55) Gika, H. G.; Theodoridis, G. A.; Earll, M.; Wilson, I. D.
Bioanalysis 2012, 4, 2239−2247.
(56) Grison, S.; Fave, G.; Maillot, M.; Manens, L.; Delissen, O.;
Blanchardon, E.; Banzet, N.; Defoort, C.; Bott, R.; Dublineau, I.;
Aigueperse, J.; Gourmelon, P.; Martin, J. C.; Souidi, M. Metabolomics
2013, 9, 1168−1180.
(57) Peng, J.; Chen, Y. T.; Chen, C. L.; Li, L. Anal. Chem. 2014, 86,
6540−6547.
(58) Struck-Lewicka, W.; Kordalewska, M.; Bujak, R.; Mpanga, A. Y.;
Markuszewski, M.; Jacyna, J.; Matuszewski, M.; Kaliszan, R.;
Markuszewski, M. J. J. Pharm. Biomed. Anal. 2015, 111, 351−361.
(59) Gray, N.; Lewis, M. R.; Plumb, R. S.; Wilson, I. D.; Nichoson, J.
K. J. Proteome Res. 2015, 14, 2714−2721.

Analytical Chemistry Article

DOI: 10.1021/acs.analchem.6b01481
Anal. Chem. 2016, 88, 9004−9013

9013

http://dx.doi.org/10.1021/acs.analchem.6b01481

