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Abstract

Nontargeted analysis (NTA) is increasingly utilized for its ability to identify key molecular
features beyond known targets in complex samples. NTA is particularly advantageous in
exploratory studies aimed at identifying phenotype-associated features or molecules able to
classify various sample types. However, implementing NTA involves extensive data analyses and
labor-intensive annotations. To address these limitations, we developed a rapid data screening
capability compatible with NTA data collected on a liquid chromatography, ion mobility
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spectrometry, and mass spectrometry (LC-IMS-MS) platform that allows for sample classification
while highlighting potential features of interest. Specifically, this method aggregates the thousands
of IMS-MS spectra collected across the LC space for each sample and collapses the LC
dimension, resulting in a single summed IMS-MS spectrum for screening. The summed IMS-

MS spectra are then analyzed with a bootstrapped Lasso technique to identify key regions

or coordinates for phenotype classification via support vector machines. Molecular annotations
are then performed by examining the features present in the selected coordinates, highlighting
potential molecular candidates. To demonstrate this summed IMS-MS screening approach, we
applied it to clinical plasma lipidomic NTA data and exposomic NTA data from water sites with
varying contaminant levels. Distinguishing coordinates were observed in both studies, enabling
the evaluation of phenotypic molecular annotations and resulting in screening models capable of
classifying samples with up to a 25% increase in accuracy compared to models using annotated
data.
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INTRODUCTION

The use of mass spectrometry to measure and understand molecular changes in diverse
sample types has shown significant implications in diagnostics,! phenotype evaluations,2-
environmental assessments,®10 and many other fields.11:12 For these assessments, two
broad methodologies, either targeted or nontargeted analyses, are utilized for characterizing
molecular changes depending on whether quantitative or comprehensive results are
desired.13 Specifically, targeted analyses are designed to detect and quantify a predefined
set of known molecules, while nontargeted or untargeted analyses (NTA), aim to provide a
comprehensive assessment of all detectable molecules within each sample of interest. When
applicable, targeted approaches are typically preferred due to their enhanced selectivity,
sensitivity, speed, and cost-efficiency compared to NTA.14 However, targeted studies require
a priori knowledge of the specific molecule(s) of interest, which is a limitation when
studying poorly understood or novel sample types. In such cases, NTA are desirable due to
their ability to provide a more comprehensive view of the molecular landscape and identify
novel molecular connections with outcomes of interest.1®
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While NTA workflows claim to offer an impartial snapshot of the detectable

molecules within a sample, the commonly utilized instrumental and data analysis

processes can be time-consuming and challenging. One such challenge arises from

the diverse physicochemical properties that may be present across molecules in a

sample, encompassing variations in size, polarity, charge, and chemical structure.1® To
address these complexities, advanced analytical techniques such as high-resolution mass
spectrometry (MS) instrumentation coupled with front-end separations such as gas or liquid
chromatography (GC and LC) and ion mobility mass spectrometry (IMS) are often used

to aid in molecular characterization.17-19 Following laboratory analysis, the thousands of
multidimensional molecular features are annotated via a database comparison to known
compounds. This process involves matching the observed molecular descriptors, such as
mass to charge ratios (/7/2), isotopic distributions, retention times, fragmentation data, and
other chemical fingerprints to entries in the reference databases.2%21 Navigating this process
can be tedious, as numerous databases exist, each differing in the breadth of molecules
covered and type of molecular descriptors available.2? Additionally, novel molecules may
not exist in any database, resulting in unidentified features. For example, in metabolomic
NTA, as few as 2—10% of detected features are reliably annotated.23 Moreover, even when
database matches are found, molecules cannot be accurately quantified or identified with the
highest confidence without the use of a reference standard, which only exist for a limited
number of chemicals.242% Once identified, statistical analyses are necessary to determine
which molecules or features are representative of conditions of interest, adding another layer
of complexity to the process.2

To date, a majority of NTA experiments are conducted using either GC-MS or LC-MS,
and as such provide two dimensions of molecular separation for feature finding and
molecular annotation based on polarity, boiling point, and mass. However, IMS adds a
unique dimension by separating analytes based on their gas-phase molecular size or collision
cross section (CCS, typically denoted in units of square angstroms, A2).27:28 Currently,
there are several commercially available IMS platforms that can be interfaced between LC
and MS separations, however drift tube IMS (DTIMS) is particularly advantageous for
NTA due to its application of a uniform electric field within the drift tube which provides
direct correlation between an ion’s CCS and measured drift time. DTIMS scans are also
incredibly rapid (conducted on a millisecond time scale), and easily nested into existing
LC-MS workflows.28 LC-IMS-MS methods therefore provide complementary separation
mechanisms of polarity, size, and mass to enable multidimensional profiling of features

in each sample.2%:30 Although several publications have highlighted the utility of IMS-MS
separations conducted in the absence of chromatography,1731 utilizing LC in conjunction
with IMS-MS affords several analytical advantages including significant reductions in ion
suppression, minimization of matrix effects, and increased separation capacity for isobaric
and isomeric species.32 While the improved annotation confidence for chemical unknowns
obtained through multidimensional LC-IMS-MS data has been demonstrated in previous
works,”+29 the additional dimensionality of the data structure presents unique challenges to
traditional feature finding methods in NTA workflows. LC-IMS-MS data requires additional
computational resources for feature finding and as not all MS vendors utilize IMS, most
commercially available software does not possess the capability to process these files.
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Significant progress has been made recently with the publication of data analysis tools such
as MZmine3 and LC-IMS-MS Feature Finder as a reflection of communal interest toward
incorporation of IMS separations into traditional LC-MS workflows, though further progress
will still be beneficial as the separations become more common.33:34

Thus, NTA currently faces a paradoxical situation: while the use of advanced analytical
methods increases knowledge about present compounds, processing this multidimensional
data imposes a computational bottleneck limiting the rate at which NTA data sets can be
analyzed. To balance these opposing factors, we propose a rapid screening method that
streamlines sample classification in LC-IMS-MS workflows while highlighting potential
feature candidates of interest. Our approach involves collapsing the chromatographic
dimension by summing the IMS-MS spectra across the LC space to yield a singular summed
2-dimensional IMS-MS spectrum. Summed IMS-MS spectra are then analyzed in R using

a bootstrapped least absolute shrinkage and selection operator (Lasso) approach to locate
phenotype distinguishing /m/z and drift time coordinates and construct classification models
using support vector machines for test data assessment. Model verification is then performed
to determine the predictive value of the selected m/zand drift time coordinates, and
individual features within these coordinates are examined to see if annotations to chemical
structures can be made.

To demonstrate the utility of this summed IMS-MS screening method, we examined
environmental and clinical data that has been previously evaluated using existing NTA
workflows.3® Both NTA LC-IMS-MS data from passive aquatic samplers deployed upstream
and downstream from a fluorochemical manufacturer in North Carolina’s Cape Fear River
(Figure 1A) and plasma lipidomic data collected on the day of delivery from either control
or preeclamptic individuals (Figure 1B) were assessed to see the application range of

the summed IMS-MS screening method. In both cases, the screening method was able

to differentiate samples, as will be further detailed in the Results section. The summed
IMS-MS screening approach was also compared to the previously used NTA pipeline where
individual features were first annotated and associated abundances were used for sample
delineation. In this comparison, the summed IMS-MS screening approach not only resulted
in improved predictions, but also highlighted unique features not identified in initial NTA
assessments.

METHODS

Comprehensive descriptions of the data sets used can be found in the Supporting
Information.

Overview of Screening Method.

For both the passive sampler and pregnancy study, data were collected using an LC-IMS-MS
workflow and processed as illustrated in Figure 2. The DTIMS platform utilized for data
collection (the Agilent 1290 UPLC and Agilent 6560 IM-QTOF MS (Santa Clara, CA)) has
been utilized for both lipid and PFAS analysis previously.”-38 Raw data files (.d files) were
then imported into Agilent’s IM-MS Browser (v. 10.0), where summed IMS-MS spectra
were constructed for the feature space by summing signal abundances for each m/zand drift
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time value across the LC space. The single IMS-MS data frame was exported from IM-MS
Browser as a.CSV file consisting of drift time and /7/zbins as a two-dimensional (2D)
matrix with corresponding peak areas as the observed variable. These data frames were then
exported into R (v4.2.1) for further analysis. Initial steps in R included binning data to create
coordinate windows, or summing together signals with similar m,/zand drift time values,
normalizing these abundances, and filtering out spurious coordinates. Selection of unique
my/z and drift time coordinates that distinguished phenotypes was performed on the training
data. These coordinates were then used to build a sample classification model, whose final
performance was assessed using the testing data.

LC-Summation and Binning Process.

Each .d file acquired using LC-IMS-MS was opened in IM-MS Browser and the LC
dimension was integrated over the entire scan period (16.5 min for PFAS analysis and 38.5
min for lipid profiling) and the summed IMS-MS spectra for each datafile was exported as
a .CSV file for subsequent analysis. Though the entirety of the chromatographic profile was
summed for these data sets, selection of a predefined window of elution is also possible to
prohibit integration of the void volume or column wash and focus on a specific biomolecular
class with known elution window as desired. The time required for summation of each PFAS
datafile was ~3 min, whereas the larger lipid datafiles took ~10 min to process. Agilent’s

IM Browser currently does not utilize multiple processor threads, though implementation of
this capability could increase the temporal throughput by more than an order of magnitude
dependent on the computational capabilities of the user platform. To ensure that individual
samples had consistent labels, m/zand drift time bins were created. The first step of this
process was to limit the /m/zand drift time values to relevant ranges for our molecules

of interest. For the passive sampler data, the /m/zrange was limited to values =100 and
<1000, while the m/zrange for the pregnancy data was limited to values >200 and <1200.
To determine the appropriate minimum drift time cutoff, the “Find Features” function from
IM-MS Browser was used to identify spectral features. From these lists, it was determined
that the minimum drift time corresponding to a real feature was approximately 13 ms (ms)
for both data sets, and thus this value was used as the cutoff. Once the ranges were chosen,
the m/z values were binned by summing together /7/z values that were within 2 Da, and
drift times were binned by summing values within 0.5 ms. Implementation of this binning
approach affords us the ability to break continuous data into discrete coordinates that retain
most relevant feature information while being amenable to use in popular machine learning
and statistical approaches. Although it should be noted that the choice of binning parameters
can impact downstream results, as too wide of bins may result in multiple features being
combined which may confound statistical significance, while too narrow of bins may result
in a feature being split across multiple bins. Determining if this has occurred and to what
extent can be done following feature selection by examining the coordinates in the raw data,
and can be alleviated by modifying the bin sizes, which can be achieved readily by the
end-user in the code provided. To demonstrate this, we also demonstrate predictive results
with a 1 Da and 0.5 ms drift time bins with the passive sampler data, which are shown

in the Supporting Information. However, in cases where comprehensively identifying all
significant features is important, this approach may not be suitable.
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To assess our screening method, samples were randomly split into training and testing sets
using a 3:1 ratio using the function “createDataPartition” from the caret package.3” With
this approach, training samples were used to determine the appropriate normalization and
filtering parameters, pick out coordinates of interest, and construct predictive models, while
the testing data were withheld for final model evaluation.

Normalize and Filter.

To determine the appropriate normalization and filtering steps, data distributions were first
assessed, and transformations were selected based on the training data, which were then
subsequently applied to the testing data. Following binning, unique /m/z and drift time value
combinations were formed to represent coordinates on the original IMS-MS spectra. For
the passive sampler data, these values were first normalized by dividing by the mass of

the sampler, and then coordinate values for a passive sampler not deployed were subtracted
(blank) to minimize signal associated with the sampler itself. Negative values resulting
from this subtraction were set to zero. Normality of the abundances across coordinates

in the training data for both data sets were then assessed by looking at density plots,

which revealed a consistent, strong right skew. To alleviate this skew, abundances were
log, transformed. Once coordinates were normalized, they were next filtered based on
abundance. As coordinates with small abundances are more likely to contain noise rather
than actual features, removing low abundance coordinates prior to model construction was
thought to increase the likelihood of pinpointing relevant features. For the passive sampler
data, this was achieved by identifying coordinates whose median abundance was in the
lowest 25% of the training data, and then removing these coordinates from both data
splits. Given the IMS-MS region for halogenated molecules tends to be less noisy than

the biological region, a stricter filter was used for the lipidomic data, and thus coordinates
whose median abundance was in the lowest 75% of the training data were removed to
avoid any noise and low level features.23 After filtering, sample outliers were assessed using
principal components analysis (PCA) and hierarchical clustering with a Euclidean distance
metric. Doing so revealed one sample in the pregnancy data had outlying data distributions
in both PCA and clustering, and thus was excluded from downstream analysis.

Select Coordinates.

Before building predictive models, distinguishing coordinates between phenotypes were
identified using Lasso logistic regression. While other feature selection methods could also
be implemented here, we opted for Lasso as it results in a sparse model focused on the
most relevant coordinates. This analysis was conducted in R using the gimnet package, with
phenotypes as dependent variables and coordinates as independent variables.38 The optimal
regularization strength (lambda) was determined via 5-fold cross-validation. Stability of
selected coordinates was enhanced by combining Lasso with bootstrapping.3° This involved
generating 1000 bootstrap samples, each equal in size and created by sampling with
replacement from the training data, conducting Lasso on each training set, and retaining
features selected in at least 200 of the 1000 trials.
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Construct Model.

After coordinate selection, classification models were developed to predict the underlying
phenotype associated with each sample. This was done using the selected coordinates
from the training data using a support vector machine (SVM) with a linear kernel and

C =1 and implemented using the package “caret” in R.37 To assess performance, 5-fold
cross-validation was performed on the training data, utilizing metrics such as accuracy,
sensitivity, specificity, and the kappa statistic.

Evaluate Model and Annotate Features.

To evaluate the final model, classification was performed on the withheld testing data that
was not used during coordinate selection or model construction. Predicted phenotype labels
were then compared to the true sample labels, and model accuracy, sensitivity, specificity,
and the kappa statistic were calculated for each comparison. To determine the relevancy

of input coordinates, importance scores were calculated using the function “varlmp” from
the caret package, which considers the coefficients assigned to each coordinate in the SVM
model.3” Selected coordinates were then mapped on to summed IMS-MS spectra using

the package ggplot2, with open circles highlighting the regions of interest. Abundances

of these coordinates for different phenotypes were also visualized using boxplots. Feature
annotations were performed using the software Skyline following the procedures outlined

by Kirkwood-Donelson et al.:30 Briefly, for each coordinate defined as a significant m/z
and drift time bin highlighted by the developed model, an extracted ion chromatogram (EIC)
was obtained to characterize the signal’s retention time and precursor mass. While it is
possible for co-binning of signals to generate multiple “peaks” in the EIC, generally the bulk
abundance of the signal could be traced to individual MS signals, and this occurrence could
be reduced by using smaller m/zand drift time bin widths as appropriate on a per-instrument
basis. Signals of interest were compared against pre-existing lipid and PFAS libraries
wherein accurate mass, retention time, CCS and fragmentation spectra when available were
utilized to aid in molecular annotation on a per coordinate basis.

Annotated Model Construction.

Given that the data sets used in this study have already been explored through a conventional
NTA approach,%:3° there was interest in evaluating how the outlined screening models,
would fare against models that depend solely on annotated features and their abundances.
To assess this, a modified version of the model building process described above was
repeated using the molecular annotations provided by Odenkirk et al. for the lipidomic
data and Dodds et al. for the passive sampler data.3>40 For the lipidomic data, total ion
chromatogram (T1C) normalization and log, transformation was performed, while the peak
areas in the passive sampler data were divided by the mass of resin collected. Since the
annotated data was already preprocessed, the classification pipeline started by splitting
samples into training and testing sets, which consisted of the same samples used for the
screening models to ensure consistency. Important molecules were then selected using the
described bootstrapped Lasso, and finally leveraged into a SVM classification model for
comparison.
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RESULTS & DISCUSSION

The summed IMS-MS screening method in this work was developed to facilitate rapid
sample classification and expedite feature annotation in LC-IMS-MS data. While traditional
approaches characterize differences between sample groups by first performing feature
finding followed by statistical analysis, our approach reverses this order by first finding
statistical differences in two-dimensional (2D) sample summed IMS-MS spectra, verifying
these differences through the assessment of classification models, and then assessing
resulting coordinates to see if they retain relevant features. The constructed classification
models can be readily applied to new samples and application types, allowing for immediate
assessments when sample groupings are prioritized over understanding specific molecular
compositions. We believe these advancements will considerably improve the rate at which
NTA data analysis can be performed. Additional discussion of the details of this method can
be found in the Supporting Information.

Model Evaluation.

To evaluate our proposed workflow, we applied our summed IMS-MS screening to two
distinct data sets illustrating both environmental and clinical applications. The first study
used exposomic NTA data gathered from passive aquatic samplers deployed upstream and
downstream of a fluorochemical manufacturer along North Carolina’s Cape Fear River
(Figure 1A). Given the prior documentation of PFAS contaminants in this river due to
industrial activities,*1-43 we anticipated that samples taken from the different locations
would have variable molecular profiles. The second study involved lipidomic NTA data from
blood plasma samples collected from either control or preeclamptic pregnant individuals

on their day of delivery (Figure 1B). Previous work by Odenkirk et al. characterized
differences in lipidomic profiles between these two phenotypes, leading us to hypothesize
that differences would be present in the summed IMS-MS spectra.3 These two data sets not
only represent distinct fields of application—environmental science and clinical medicine—
but also encompass two primary molecule types: PFAS and lipids. Therefore, our results
demonstrate that this approach is not specific to certain domains, but instead can be applied
to various sample types for which there are discernible molecular differences.

To determine the efficacy of our classification approach on the described passive sampler
and pregnancy data sets, we initially conducted a 5-fold cross-validation on the training data.
For each fold, standard performance metrics such as accuracy, sensitivity, and specificity
were calculated, and their averages were used to assess the overall performance. Due

to the class imbalance present in both data sets (Figure 1), we also calculated Cohen’s
Kappa statistic, which accounts for the possibility of random chance in the classification
process, providing a more accurate reflection of the model’s predictive accuracy.** After
assessing the training data, we applied our model to the withheld testing data to further
validate its accuracy. When doing so, the model for the passive sampler data had 100%
accuracy in both data splits, indicating that it could perfectly distinguish between upstream
and downstream samples (Table 1A, left). This accuracy raised concerns about possible
overfitting. To investigate this, we examined the abundances of the influential coordinates
to see if model output could be traced back to the training data as shown in the boxplots in
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Figure 3A. In these plots, it is evident that the selected coordinates show higher abundances
in downstream training samples, with many upstream samples exhibiting nondetects for
these coordinates. The most pronounced difference between the upstream and downstream
samples was observed in coordinate (636-638, 24-24.5) (m/z value, drift time). Here, the
abundance distributions for the upstream and downstream samples are entirely distinct,
thereby reinforcing the model’s discriminatory power. An example of this difference

is shown for select sample IMS-MS spectra in Figure S1A, which illustrates that the
abundance of this coordinate downstream is much higher than the representative coordinate
in the upstream sample, where it is not detected.

Using the summed IMS-MS screening method for the pregnancy data, both the positive and
negative mode ionization data were evaluated. However, differences were only observed

in the positive mode data. This observation is consistent with the data set’s previous
characterization by Odenkirk et al., wherein most lipids signals were observed in positive
ion polarity vs negative mode (221 analytes vs 99). As with the passive sampler data,

high accuracy was achieved in the training and testing data (Table 1A, right). In both the
training and testing data, the specificity was lower than the sensitivity, suggesting that the
model is more adept at identifying true positives (PRE samples) than true negatives (control
samples). Distributions of the selected coordinates are shown in Figure 3B, wherein the
discrepancies between phenotypes are apparent. This can be seen clearest in the coordinates
with the highest model weights, such as, (848-850, 36.5-37) and (1080-1082, 42.5-43),
where the interquartile ranges do not overlap. Figure S1B visualizes these differences for
select summed IMS-MS spectra. In contrast with the passive sampler coordinates, there

are no nondetections in the pregnancy lipidomic data. This suggests that while certain
coordinates are distinctly indicative of either upstream or downstream samples in the passive
sampler data, the variations in the pregnancy data set are more subtle, which may contribute
to why more coordinates were selected. This pattern matches what we would anticipate,

as it is expected that specific PFAS contamination would be localized to downstream of a
point source, while it is not expected that specific lipids would only be expressed in one
phenotype.

In traditional NTA data pipelines, feature finding is performed, statistical methods are
applied to determine which molecules differentiate phenotypes or groups of interest, and
feature annotation is performed. Prior to development of our outlined screening method,

the data sets presented in this study were analyzed following this standard approach.2 In
both omic studies, molecules that differentiated phenotypes were identified, however the
predictive power of these differences was not assessed. Therefore, in this work we also
utilize the previously published annotated data to construct classification models to compare
performance to the summed IMS-MS screening model. Examining these results for the
passive sampler data (Table 1B, |eft), we see that the classifications are comparable to the
screening model. While the presented accuracy and associated metrics are slightly lower in
the training data, there is equivalent performance on the testing data. This is once again
expected, as several of the identified compounds were primarily detected downstream and
remained absent upstream. Interestingly, the classification model for the pregnancy data
using annotated data performed considerably worse (Table 1B, right), with a 25% reduction
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in accuracy, 16.6% reduction in sensitivity, and a 40% reduction in specificity. While the
exact source of this discrepancy is unclear, one potential reason for this difference is gaps
that exist in the present lipid annotations or databases. Due to the highly isomeric nature

of lipids, as well as their diverse physicochemical properties, it is highly unlikely that

all lipids that are detected in a given sample are able to be identified.*®> Therefore, an
additional advantage to classification with our summed IMS-MS screening approach is that
it utilizes the complete feature space, and consequently may incorporate differential signals
or features that are typically lost in the annotation process. Another potential reason for this
performance gap may relate to the preprocessing of the data prior to model construction.
While formation of the assessed coordinates followed the described binning and filtering
procedure, normalized lipid data was used directly from Odenkirk et al. Differences in this
initial handling may have impacted downstream model performance.

Coordinate Assessment.

When performing coordinate assessment of the summed IMS-MS screening approach, a
total of 4 coordinates for the PFAS passive sampler data and 19 for the lipid pregnancy

data were deemed important as highlighted in Figure 3. Each of the coordinates were
profiled across the most strongly correlated samples. The coordinate binning process of each
summed IMS-MS frame is illustrated in Figure S2, wherein the dashed gray and orange
lines are indicative of the applied m/zand drift time bins for coordinate 4 of the passive
sampler data. Based on the resolving power for the current IMS-IMS platform (Agilent
6560, characterized in detail in previous manuscripts),*647 each ion’s drift time distribution
is often ~0.5 ms wide at full width at half-maximum (fwhm). This drift time bin width
could be adjusted for different IMS platforms possessing lower or higher resolving power as
required by the end user. While narrower drift time bins generate more specific coordinates
for data profiling, if the applied bin width is too narrow, signal abundance for each feature
may be split across multiple bins. The ability to adjust the desired bin size is demonstrated
in the Supporting Information, where results from using a 777z bin of 1 Da and drift time

bin of 0.5 ms on the passive sampler data are shown (Figure S2). With this adjustment,
equivalent predictive performance was achieved, with both unique and shared coordinates
selected compared to the wider 7/z bin.

Upon evaluation of the passive samplers up- and downstream of the chemical manufacturer
using the outlined selective criteria, 4 coordinates were highlighted for the passive samplers
as shown in Figures 3A and S1A. The feature descriptors did not match any entries in an
in-house library of >100 PFAS with known m/z, retention time, and CCS values, 23 and
their masses did not return matches using extensive public PFAS databases.*84° Figure

S4 displays the feature CCS, retention time, and mass defect values plotted against their
respective /m/z values. The 57 PFAS detected in the same downstream passive sampler data
set previously are also plotted to demonstrate the expected PFAS-specific trends.5 PFAS
have been shown to have distinctly low CCS values as well as low or negative mass defect
due to the prevalence of fluorine.8:23 The features pinpointed by the highlighted coordinates
align well with the previously reported PFAS (Figure S4A-C), indicating that these features
did arise from highly fluorinated chemicals. For example, coordinate (886-888, 28—28.5)
corresponded to /7/z2886.85, which had a larger mass defect than the other PFAS. However,
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it is likely this feature is a gas-phase dimer as they are commonly observed in PFAS data.
Specifically, several were reported by Kirkwood-Donelson et al., including two isobars of
m/z 886.85, which were dimers of PFO5D0A (Figure S4) and Nafion byproduct 1.5 The
corresponding monomer is also plotted in Figure S4 and aligns well with the other PFAS. In
the previous study from Kirkwood-Donelson et al., 8 of the detected PFAS were previously
unreported chemical structures, and 11 were assigned putative molecular formulas but had
unknown chemical structures. Thus, given the presence of PFAS signatures but absence of
suspect screening matches, these features likely also correspond to unknown PFAS produced
by the same fluorochemical manufacturer. Further evaluation of these features to identify
their chemical structures is therefore warranted as they could be novel PFAS which have not
been previously observed or annotated.

In the pregnancy study, comparison of the control and PRE samples generated 19 significant
coordinates as shown in the representative summed IMS-MS spectra (Figure 4). Non-
targeted lipidomics data for the samples was collected using an “alternating frames” method,
wherein precursor and fragmentation data is collected by alternating MS%, MS2, MSt.---3550
In this workflow, half of the IMS-MS frames represent fragmentation spectra and half
precursor data. Hence it is not surprising that 7 of the 19 highlighted coordinates arose

from fragments produced during collision-induced dissociation (CID). Of these fragment
coordinates, several were identified as the neutral loss of a single fatty acyl (FA) chain from
specific complex lipids. These include coordinate (646-648, 40-40.5) corresponding to TG
20:4 _20:4 X, coordinate (478-480, 20.5-21) corresponding to PC 16:0_X, and coordinate
(308-310, 39.5-40) corresponding to PC O-18:0_X, where X is any FA. The ability to
evaluate fragments shared by multiple structurally related lipids is a key advantage of this
approach, especially given the importance of FA components for enzyme specificity and
lipid function.>1-53 Here, it can be concluded that several or all TGs with at least two

20:4 FAs, PCs with at least one 16:0 FA, and plasmalogen PCs with an O-18:0 FA are
significantly altered in PRE samples relative to control. Figure 4B displays the EIC of the
my/z value corresponding to M-HG-X for the PC 0-18:0/X [M + Na]™ in representative

PRE and control samples. In this example, there are several appreciable signals for this
fragment corresponding to multiple unique plasmalogen PCs containing O-18:0 FAs in

the PRE sample, whereas this signal is among the noise in the control sample. Moreover,
previous work using a traditional lipidomics approach on the same PRE samples found

that PC 16:0/16:0, PC 16:0 18:1, PC 16:0_20:4, and PC 16:0_22:6 were all significantly
upregulated in PRE samples compared to control.3® Thus, the coordinate (308-310, 39.5—
40) likely encompasses all these changes as the shared fragment representing the neutral loss
of FA 16:0, 18:1, 20:4, 22:6, and potentially others. These conclusions would be difficult

to draw using traditional lipidomics approaches, where complete FA assignment followed
by comprehensive evaluation of those FA components within each class can be challenging.
While the structural-based connectivity and omic phenotype evaluations (SCOPE) software
toolbox includes the ability to perform such FA evaluations, confident annotations with
appropriate lipid speciation are required, which is not the case using this approach.>*

Multiple coordinates from the pregnancy data found to arise from precursor signals
corresponded to adjacent heavier 13C isotope peaks within a single isotopic envelope,
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i.e,theM+1 M+2 M+ 3orM + 4 peaks, rather than the precursor ion signal

itself. One such example is coordinate (528-530, 30.5-31) which corresponds to the M

+ 4 isotopic peak for protonated LPC 18:0 (m/2524.374). This represents another unique
aspect of this approach, as it may be able to evaluate and correct for the oversaturation of
abundant lipid species. A well-known challenge in lipidomics is the large dynamic range

of common lipid samples such as plasma, which can lead to oversaturation when using
common time-of-flight instruments with an analog-to-digital (ADC) converter subject to
detector saturation. Some researchers perform multiple measurements of the same sample
at low and high concentrations to avoid oversaturation of highly abundant lipids such as
phosphati-dylcholines (PCs) without eliminating lower abundance lipid classes. Here, the
precursor ion signal for protonated LPC 18:0 is visually oversaturated, which may lead

to the conclusion that it is not statistically significant between groups. Thus, the lower
abundance M + 4 isotopic peak may represent abundance differences more accurately than
the previous oversaturated isotopic peaks. This has been demonstrated previously by Bilbao
and co-workers, where the M + 2 isotope peak of PC(16:0/16:0) was used to correct

the abundance of this oversaturated lipid posthoc.>® Other tentatively identified precursors
include multiple oxidized lipids, such as the acylcarnitines AC 16:1;0 (414-416, 26-26.5)
and AC 20:1;03 (502-504, 29-29.5) among others (Table S1). The assessment of oxidized
lipids is also extremely important as they are relatively understudied in traditional lipidomics
analyses, primarily due to a lack of analytical standards and absence in commonly searched
databases, although they are recognized as markers of oxidative stress.>®

CONCLUSIONS

The objective of this study was to develop a method to reduce the complexity of NTA

data collected with a multidimensional LC-IMS-MS platform and screen for phenotypic
differences. While the method parameters used in this study were able to differentiate the
phenotypes investigated, future modifications may prove necessary to delineate outcomes of
interest. Some changes may include additional adjustments of bin sizes for other IMS-MS
platforms to account for variations in resolving power and selectivity, or replacing the

SVM with other classification models, such as a random forest. Following the classification
modeling, there were also several challenges associated with definitively linking coordinates
with fully annotated molecular structures in the PFAS data. However, the molecular
descriptors for the features within the coordinates of interest support their identification as
highly fluorinated compounds. Therefore, these coordinates may represent unknown PFAS
which have not been annotated to date. In the lipidomic data, several molecular annotations
were made across the 19 selected coordinates. Among these was the identification of neutral
losses of a single fatty acyl (FA) chain from specific complex lipids, which showcased the
ability of this method to identify fragments shared by multiple structurally related lipids,
which may be missed in existing pipelines. Other annotations included precursor signals
corresponding to adjacent 13C isotope peaks, which may allow for the detection of lipid
differences between phenotypes that are often missed due to saturation of high concentration
species. Thus, the showcased rapid data analyses, potential localization of novel PFAS,
ability to find fragments of interest and assess saturated lipids, makes the summed IMS-MS
screening approach of great value to the NTA scientific community.
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The molecules examined in this work, lipids and PFAS, were ideal for the outlined approach
due to their strong mass versus mobility relationships, resulting in readily distinguishable
summed IMS-MS spectra. Other molecule types, such as carbohydrates or peptides, may
contain more overlap in this space, making samples harder to discern. However, we believe
the outlined pipeline functions as a proof of concept and can readily be applied to assess
other data dimensions. For example, 2D LC-MS or GC-MS spectra could be used as input
for this workflow in cases where the use of IMS is not appropriate or feasible. Future work
will include determining the utility of our approach on different data dimensions, as well as
incorporating molecular descriptors not included in the raw instrument output, such as mass
defect.

Supplementary Material

Refer to Web version on PubMed Central for supplementary material.
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A) Passive Sampler Application B) Pregnancy Application
[T
Passive Sampler Human Plasma
NTotal = 55 NTotal = 115 -
Non= 39 = 74
nDuwn =16 aneecIampsia =42

Figurel.
Overview of data sets evaluated. (A) Passive aquatic samplers were deployed for ~2

weeks in the Cape Fear River of North Carolina either upstream or downstream from

a fluorochemical manufacturer to monitor differences in water contamination. (B) Blood
samples were taken from control or preeclamptic individuals near the time of birth to assess
differences in lipid profiles.
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Figure 2.

Overview of IMS-MS screening workflow. Data are first collected on an LC-IMS-MS
platform. The LC dimension is then collapsed by summing the individual IMS-MS spectra
across all retention times, resulting in a single IMS-MS spectrum for each sample. The
summed spectra are imported into R where the /m/z values and drift times are binned into
consistent intervals. Data are subsequently split into training and testing sets at the sample
level, and normalization and filtering are performed based on the distribution of the training
data before being applied to the testing data. Following all data cleaning steps, relevant
coordinates are selected from the training data using a bootstrapped Lasso, which are then
used to create classification models that are evaluated on the testing data.
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Abundance distributions for selected training sample coordinates shown as (//z range (Da)

and drift time range (ms)) for the two (A) passive sampler and (B) pregnancy groups.

Individual box and whiskers are ordered by their influence on their respective classification

model, with box and whiskers closer to the bottom carrying more weight.
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Figure 4.

(A) Summed IMS-MS spectrum highlighting coordinate regions indicated as important in
the developed model. Highlighted coordinates circled in pink are indicative of precursor
signals, while those in orange correspond to fragment ions generated by collision-induced
dissociation. (B) An extracted ion chromatogram of /7/2309.28 from coordinate (308-310
mv/z, 39.5-40 ms) corresponds to the neutral loss fragment of M-HG-X for PC O-18:0/X [M

+ Na]* where X is any FA for a representative preeclampsia versus control sample.
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