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Abstract

High-resolution mass spectrometry (MS) has advanced the study of
metabolism in living systems by allowing many metabolites to be measured
in a single experiment. Although improvements in mass detector sensitivity
have facilitated the detection of greater numbers of analytes, compound
identification strategies, feature reduction software, and data sharing have
not kept up with the influx of MS data. Here, we discuss the ongoing
challenges with MS-based metabolomics, including de novo metabolite
identification from mass spectra, differentiation of metabolites from
environmental contamination, chromatographic separation of isomers,
and incomplete MS databases. Because of their popularity and sensitive
detection of small molecules, this review focuses on the challenges of liquid
chromatography-mass spectrometry-based methods. We then highlight
important instrumentational, experimental, and computational tools that
have been created to address these challenges and how they have enabled
the advancement of metabolomics research.

467


mailto:adp117@psu.edu
https://doi.org/10.1146/annurev-anchem-091620-015205
https://www.annualreviews.org/doi/full/10.1146/annurev-anchem-091620-015205

468

1. INTRODUCTION

Metabolomics, the study of the small-molecule metabolites in a system, is a widely used and power-
ful approach to understand the metabolic activity of organisms. It has been applied to understand
the impact of human diseases and genetic perturbations on metabolism (1, 2), identify biomarkers
for drug and toxicant exposure or disease (3, 4), establish the mechanism of communication be-
tween commensal or competing organisms (5), and more (6-8). The advantage of metabolomics
is its ability to capture the complexity and interconnectedness of metabolic pathways in a living
system, rather than study individual metabolites. Often, the source of unexpected effects of a di-
etary change or pharmaceutical drug on an organism can be revealed through metabolomics that
would otherwise be unexplained in a reductionist approach. For example, metabolomics has re-
vealed that antibiotics often have secondary mechanisms of microbial toxicity beyond their role
in perturbing protein or nucleotide synthesis (9). Therefore, there is tremendous value in using a
systems-wide approach to generate new hypotheses and capture the diversity of metabolism.

Compared to other omics techniques, metabolomics is uniquely challenging. The chemical
complexity of known metabolites existing in nature is immense and continues to grow as new
environments and organisms are studied. According to the Kyoto Encyclopedia of Genes and
Genomes (KEGG), there are over 16,000 known unique enzymes (10) that can each produce
many metabolites, depending on the substrates they accommodate. The metabolome does not
consist of a repeated structural element and can be made of nearly endless combinations of
atoms, compared to the limited nucleotides or amino acids that make up DNA, RNA, and
protein. Certain metabolite classes have predictable structures, such as the repeating two-carbon
chains present in lipids, which has facilitated the development of LipidBlast for the accurate
prediction and identification of lipidomics data (11). Because the number of potential metabolites
is unknown, the calculated statistical probability of a correct match may be inaccurate when
identifying molecules by comparing to databases (12). It is also difficult to measure all metabolites
in biological samples owing to the broad concentration differences between trace and abundant
compounds. In serum, for example, diacylglycerols have been detected at picomolar levels while
p-glucose and cholesterol are in the micromolar range (13). To capture the chemical diversity of
the entire metabolome, multiple methods must be used because no single technique is ideal for
the measurement of all small molecules.

The most common metabolomics tools are nuclear magnetic resonance (NMR), gas
chromatography-mass spectrometry (GC-MS), and liquid chromatography-MS (LC-MS). Al-
though NMR is regarded as more quantitative and reproducible (14-16), MS-based methods have
the advantage of higher sensitivity and can be combined with various chromatographic methods
to measure a large diversity of compounds (14). Many types of mass spectrometers have been
developed, each with their own advantages. Quadrupole (Q) mass analyzers [including triple-
quadrupole instruments for LC-tandem MS (MS/MS)] are highly sensitive and selective for quan-
tification and identification of targeted metabolites, but because of their low mass resolution they
are not ideal for unknown characterization. Combining a quadrupole mass selector to a time-
of-flight (ToF) mass analyzer in a QToF instrument maintains the selectivity of the quadrupole
while also improving the maximum mass resolution to approximately 40,000-60,000. To obtain
higher mass resolution for the identification of compounds, Orbitrap mass spectrometers reach a
typical resolution of 250,000 up to a maximum of 1,000,000 for ions with 7/z less than 300 (17).
Fourier transform-ion cyclotron resonance (FT-ICR) mass analyzers still have the highest resolv-
ing power, reaching >2,000,000 resolution (18, 19), though these instruments are less often used
for metabolomics due to their large size and challenging operation. Coupling chromatographic
separations with MS improves detection sensitivity by preventing matrix effects and provides a
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second characteristic for compound identification. GC is typically used to resolve and measure
volatile nonpolar compounds, though sample derivatization can expand its detection repertoire
to more polar compounds. The two major forms of LC used in metabolomics are hydrophilic
interaction liquid chromatography (HILIC) (20) and reversed-phase (RP), which most effectively
resolve polar and nonpolar compounds, respectively. Some studies have combined GC, HILIC,
and RP methods because of their complementary analytes, leading to a comprehensive view of the
metabolome (21).

For the simultaneous identification of thousands of compounds in biological samples, GC-MS
and LC-MS are the most widely used in metabolomics and are the focus of this review. Many
advances in three major areas (instrumentation, experimental design, and computational analysis
of data) related to MS-based metabolomics have been made over recent years. This review
evaluates the ongoing analytical challenges in metabolomics studies and the strategies related
to these three areas that address or resolve these challenges. In particular, developments in the
identification of metabolite unknowns and distinguishing metabolites from other small molecules,
separation of metabolites by chromatography, and the efficient and accurate sharing of MS data
are reviewed herein.

2. METABOLITE IDENTIFICATION

One of the most significant hurdles in metabolomics is the identification of unknown mass
spectral features. Owing to the increasing sensitivity and resolution of mass detectors, thousands
of features are now analyzed and detected in a single experiment. The vast majority (over 98%)
of features in untargeted MS metabolomics experiments cannot be identified by the standard
method of querying retention time and accurate mass against an in-house library or searching
accurate mass or MS/MS spectral matching to databases (22). Predicted molecular formulas
based on the accurate 72/z and isotopic pattern of MS features can be searched against chemical
databases such as PubChem, ChemSpider, the Human Metabolome Database (HMDB), BioCyc,
and KEGG (Figure 1). Such databases automatically generate accurate masses of all deposited
molecules based on atomic composition and therefore contain the most extensive collection
of molecular information to query from. However, the limited chemical space of organic
metabolites means there are many potential isotopes, which makes identification using accurate
masses difficult. Chromatography retention times prior to MS can often distinguish isomers,
but deconvolution of coeluting analytes is not always possible when attempting to optimize for
thousands of compounds, as in metabolomics. In addition, databases only contain a fraction of
existing biomolecules, either due to the compound not yet being identified or because of slow
deposition of molecules into databases. The current gold standard for identification involves
the use of isotope-labeled internal standards, but these are not always available or economically
feasible to purchase or produce. Thus, there has been a strong interest in improving compound
identification through methodological, instrumentational, and computational means. Substantial
and sustained funding to build, maintain, and make these databases publicly accessible is needed.

2.1. Tandem Mass Spectrometry

The development of MS/MS and its successor, multistage mass spectrometry (MS"), has improved
the ability to distinguish isomeric and isobaric compounds and acquire structural information from
accurate masses. MS" involves the repeated fragmentation and 72/z determination of ions captured
from the previous cycle of MS. Advancements in mass detection sensitivity and ion collection
with quadrupole and ion trap technologies have facilitated the extension of fragmentation and
mass detection beyond MS/MS. With additional MS cycles, the collision energy can be varied to
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Figure 1

Compound identification strategies using tandem mass spectrometry (MS/MS) spectra. (#) Example MS/MS spectra for indole-3-
acetic acid (PubChem ID: 802) at different collision energies. Using accurate 72/z and isotopic abundances, potential molecular
formulae of each ion are generated. () Computed formulae and accurate masses can be searched in chemical databases to find potential
candidates. Mass spectra can also be queried against spectra of identified compounds in MS/MS databases, which can match entire
spectra or common fragment ions. (¢) If the compound is a “known unknown,” generating a molecular network to compare common
fragmentation ions in known compounds can help to classify the molecule. Through searching user-deposited libraries of spectra and
their metadata, information can be gained about the biological context of matching unknown spectra.
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produce unique subsets of fragmentation ions, allowing for the collection of a richer data set on
the substructures and neutral losses originating from a single precursor ion (Figure 2).

Many approaches and software have been developed to identify compounds from complex
MS" data. The simplest and most high-throughput technique is to query acquired MS/MS or
MS" spectra against existing MS/MS spectral databases. The most commonly used tandem MS
databases for metabolomics are MassBank (23), National Institute of Standards and Technology
(NIST), METLIN (24), Global Natural Product Social Molecular Networking (GNPS) (25),
mzCloud, HMDB (26), Spektraris (27), and ReSpect (28) (Figure 1). Comprehensive reviews
of available LC-MS/MS databases already exist (e.g., 12). A notable limitation to metabolite
identification through MS/MS databases is the lack of spectra deposited, particularly for increas-
ing cycles of MS". Efforts by mzCloud are rapidly expanding the number of spectra beyond
MS?, including the development of detailed spectral trees. Furthermore, of the above MS/MS
databases, only mzCloud, NIST, and MassBank report MS" spectra. Because NIST is not an
open-access database, it lacks the benefits of community contribution and data curation present
in both mzCloud and MassBank. The unavailability of comprehensive MS" fragmentation
databases therefore makes compound identification more challenging using spectral matching.
In addition, retention time, mass spectra, and fragmentation spectra are also dependent on the
instrumentation and technique used by the depositor. The type of mass spectrometer, collision
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Figure 2

Assembly of the fragmentation tree of indole-3-acetic acid (PubChem ID: 802) from MS" fragmentation data. (#) Specific ions are
selected for subsequent rounds of fragmentation and mass spectrometry at varied collision energies (HCD), producing mass spectral
trees. (b)) Fragment ions are translated to molecular formulae by their accurate mass and isotopic abundances, where they are assembled
into fragmentation trees, adjoined by the neutral losses between ions. Abbreviations: HCD, higher-energy collisional dissociation; MS",
multistage mass spectrometry.
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energy, collision gas, and pressure influence fragmentation and therefore impede the reliability
of comparing MS" spectra to databases. Chromatographic retention is highly dependent on the
method and solvents used, and HILIC methods are especially prone to instability, so database
retention times are unreliable for comparison.

To combat these problems, many investigators develop in-house libraries to compile ac-
curate MS and RT information of all known compounds of interest specific to their methods
and instrumentation. Tada et al. (29) outlined a method to develop an in-house LC-MS/MS
library for all ion fragmentation data-independent acquisition. This method involves running
a collection of standard compounds, including standards that have known retention times, to
correct for elution variations on the HILIC column (30). Once precursor ions are detected in
MS-DIAL (open-access software), their fragmentation spectra are deconvoluted from coeluting
analytes using the MS?Dec and correlation-based deconvolution (CorrDec) algorithms (31).
CorrDec identifies fragmentation spectra for each precursor ion by correlating the abundance of
MS!-MS? ion pairs across all samples (32). MS? ions are then annotated in MS-FINDER using
their accurate mass and isotopic pattern, and the MS? library is curated and made available to
other researchers using the library management tool MS-LIMA. Creating lab-specific libraries is
especially advantageous for LC-MS" because each fragmentation spectrum is dependent on the
precursor ions generated in the parent spectrum and many method-specific parameters signifi-
cantly impact the fragmentation pattern (e.g., collision energy, polarity), leading to compounding
differences over subsequent rounds of MS.

2.2. De Novo Compound Identification

Many of the metabolites detected by mass spectrometry are previously unknown compounds and
therefore cannot be identified by library searches (33). The utilization of high-resolution mass
spectrometers (i.e., ToF, Orbitrap, or FT-ICR analyzers) reduces the number of potential elemen-
tal composition matches but does not provide confirmatory identification. This is particularly true
for nonmodel organisms and bacterial communities, of which metabolic pathways have not been
fully characterized. These “known unknowns” (34) require the use of de novo deconvolution from
their MS" spectra and can open the door for biomarker discovery or illuminate novel metabolites.
In the past, de novo structural identification from MS/MS spectra required meticulously honed
skill and understanding of the fragmentation patterns of molecules, including common neutral
losses and adducts. Along with the complex organization of MS/MS and MS" data itself, the diffi-
culty of data analysis has initiated the development of numerous computational tools to automate
and simplify the process.

The first step of MS/MS analysis typically involves using the accurate mass and isotopic pat-
terns to assign potential molecular formulae to each mass spectral peak, including all fragmenta-
tion spectra (Figure 2). The spectral peaks and associated molecular formulae are then assembled
into fragmentation trees, which link subsequent fragmentation formulae to precursors (nodes)
by the neutral losses that differentiate them (edges) (35). Fragmentation trees differ from mass
spectral trees that connect mass spectra to the precursor ion(s) selected by the mass spectrome-
ter, which can be used separately for MS/MS spectral matching against libraries (35). The neutral
losses calculated from fragmentation trees are then used with the known frequencies of certain
neutral losses in the literature and the error in mass accuracy from proposed molecular formulae
to rank the most likely formulaic candidates (36).

To designate fragmentation trees with structures of unknown compounds, in silico fragmen-
tation of candidate molecules is performed and matched to experimental spectra (Figure 3).
Several unique approaches to generating de novo mass spectra from all known chemicals with a
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Strategies and software for the in silico generation of fragmentation MS. Bond dissociation programs (e.g., MetFrag and FiD)
sequentially break all bonds in the molecule of interest and rank the likelihood of each fragment occurring in the spectrum. Software
programs like Mass Frontier and MS-FINDER wuse their in-house library of chemical reaction rules to predict fragmentation patterns.
Machine learning—based approaches train algorithms with existing MS data to generate fragmentation spectra or identify chemical
structures from experimental mass spectra. Ab initio molecular dynamics model various types of molecular dissociations brought on by
heat or by electron or inert gas collisions and rank the likelihood of generating fragments by how many simulations they appear in.

Abbreviations: FiD, Fragment iDentificator; MS, mass spectrometry.

specific molecular formula have been developed into software. The bond dissociation approach
uses molecular modeling to sequentially break each bond in the molecule to generate all possible
fragmentation ions, then the most likely ions are selected by a weighted scoring metric. MetFrag
matches the given accurate mass with molecules in KEGG and PubChem databases to create
a candidate list (37). The predicted fragmentation ions are scored in MetFrag by the relative
energetic cost of breaking each bond to generate them, then they are assembled into spectra with
each ion’s relative peak abundance correlating to their relative score (38). A similar approach is
also utilized by Fragment iDentificator (FiD) (39). While these tools can predict spectra truly de
novo, they are computationally intensive and therefore time consuming.

There has been a great deal of interest in using molecular dynamics (MD) modeling and quan-
tum chemistry to predict molecular fragmentation in silico (40) because of their complete indepen-
dence from prior knowledge of potential fragmentation patterns (Figure 3). These simulations
rely on statistical methods (namely Rice-Ramsperger—Kassel-Marcus theory) or MD methods
(namely Born—-Oppenheimer MD theory) to predict the trajectory of molecular fragmentation
upon heating or collision. In the Quantum Chemistry Electron Ionization MS (QCEIMS) pro-
gram, statistical and MD methods are combined to improve simulations of electron ionization MS
(41), and the method has been successfully applied to predict the MS of organic drugs (42) and nu-
cleotides (43, 44). First principles have also been applied to model collision-induced dissociation
(CID) of small molecules, including urea (45), galactose-6-sulfate (46), testosterone (47), and sul-
fated L-cysteine (48). Although modeling often identifies the correct fragmentation ions, it is less
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accurate at predicting peak abundances because of the relatively short (picoseconds) time of sim-
ulation compared to actual dissociation (milliseconds) (49) and because computational limitations
only allow the simulation of single molecule collisions at one time (50). The greatest challenge
for modeling-based techniques is the amount of computational time required to predict the bond
dissociation of all existing and potential metabolites, particularly as the size of query molecules
increases. Thus far, this has not been feasible for generating MS/MS spectra for more than single
small molecules, let alone whole MS/MS libraries.

Rule-based tools use a set of curated guidelines to predict the fragmentation of given structures
(Figure 3). Mass Frontier (Thermo Scientific) uses its large database of individually curated frag-
mentation rules, such as relative bond strengths, from the literature to predict fragmentation ions.
To increase the throughput of the Mass Frontier in silico fragmentation tool, researchers have
developed an open-access software package called HAMMER (high-throughput automation of
Mass Frontier) to generate predicted MS/MS libraries (51). MS-FINDER software automatically
predicts candidate molecular formulae from accurate mass and isotopic patterns and generates all
possible fragmentation ions for these candidates (52). Using a weighted ranking from their nine
hydrogen rearrangement rules, error in accurate mass, bond dissociation energies, and fragment
linkages, the most likely candidate is predicted (53). The advantage of rule-based approaches in
comparison to learning-based approaches is that independence from the literature reduces biases
in the training set, particularly because existing databases remain incomplete. However, the com-
plexity of metabolite space limits the ability to capture the fragmentation pattern through known
rules, as has been done with more regularly structured compounds such as lipids (11).

Others have aimed to improve spectral predictions by training machine learning algorithms
with molecular fragmentation data, rather than by producing in silico spectra (54) (Figure 3).
Competitive Fragmentation Modeling-Identification (CFM-ID) contains a probabilistic general-
ized modeling algorithm trained on molecular fragmentation patterns in MS/MS data to predict
structure from experimental fragmentation spectra (55). CFM-ID also ranks candidate structures
from fragmentation spectra using the data from this trained algorithm, such as which neutral losses
correspond to substructures in candidates. CSI (Compound Structure Identification):FingerID
trains a machine learning algorithm with existing fragmentation trees in MS/MS databases for
their pattern of molecular features, the fingerprint (56). It then translates experimental MS/MS
data into a fragmentation tree, acquires the molecular fingerprint of the compound, and predicts
the structure based on the existence of molecular features in a ranked list (56, 57). The major dif-
ference between these machine learning approaches is that CFM-ID trains how molecules pref-
erentially fragment, whereas CSI:FingerID trains how the presence of substructures translates to
fragmentation tree features.

While there have been great developments in spectral prediction, many of these techniques
still rely on the deposition of the compound in chemical libraries (e.g., KEGG or PubChem) so
they are unable to generate complete MS" spectra. Thus, several tools have been created to help
with manual identification or characterization of unknowns. Substructure analysis allows the user
to pick out common features in their fragmentation spectra to help assemble or categorize the
metabolite of interest. MS2-latent Dirichlet allocation (MS2LLDA) and its successor MS2LDA+
identify substructures that they call Mass2Motifs (fragments and neutral losses), based on
fragmentation trees, and annotate these substructures in the spectra (58, 59). The NIST hybrid
search algorithm allows spectra to be evaluated for the existence of specific substructures based on
neutral losses and categorized with these molecules to aid in identification (60). Another approach
is to generate molecular networks from MS/MS spectra (Figure 1). With this technique, spectral
features from both known and unknown compounds (i.e., accurate masses, fragmentation ions,
and neutral losses) can be compared to known compounds. Structurally related compounds tend
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to form clusters in the network due to them having similar components, so when knowns are
included, unknowns can be assigned to chemical groups. This was used by Watrous and others to
identify a novel surfactin by its close association in the network with other bacterial surfactins pro-
duced by Bacillus subtilis (61). Similarly, multivariate analysis of MS/MS data between experimental
groups can reveal closely related compounds by their similar reaction to various treatments. For
example, orthogonal projections to latent structures discriminant analysis (OPLS-DA) of the
urinary metabolome between control and PCN-treated mice identified a cluster of similarly
fluctuating metabolites that were determined to be carboxyethyl hydroxychroman (CEHC)
metabolites, thus allowing for the identification of the previously unknown y-CEHC glucuronide
(62). Categorizing unknown compounds into biological context with other metabolites can be
illuminating for identification. If this cannot be accomplished for an unknown within the existing
data set, the mass search tool (MASST) in GNPS is also useful to query MS/MS spectra against
the large database of user-submitted MS/MS spectra and associated metadata (63). Knowledge
that a certain metabolite is found in a specific tissue, treatment, or organism can provide the
necessary context to narrow down potential candidate molecules (Figure 1).

Major developments in MS-based metabolomics have focused on improving methods of
compound identification from the thousands of features acquired from a single LC-MS or
GC-MS run. The widespread use of MS" and advancement in mass spectrometer technologies
have expanded the accuracy and breadth of data collected from compounds present in each
sample. However, the most significant recent contributions to compound identification have been
the computational methods and tools that parse out meaningful information from mass spectra
and programs using artificial intelligence that can predict the structure of unknown compounds.
With the ever-growing abundance of information that can be generated from metabolomics
experiments, computational tools will continue to be necessary to manage and streamline the
compound identification process.

3. DISTINGUISHING TRUE BIOLOGICAL METABOLITES

In complex biological matrices such as plasma, urine, and stool, there are an immense number
of compounds from dietary, microbial, host, and other sources. In any given untargeted high-
resolution LC-MS experiment, tens to hundreds of thousands of features may be detected, of
which less than 10% are true, nonredundant metabolites (64). This continues to be a problem
in the metabolomics field, as the critical univariate and multivariate statistics required to identify
significant features from the data may be confounded by aberrant features. Use of different ioniza-
tion modes to expand the chemical diversity captured in an experiment also results in redundant
compounds. Given the difficulty and time requirement of compound identification, there is a great
need to remove undesired features in metabolomics data.

To some extent, feature reduction has become a standard approach (Figure 4). Combining
compound adducts, which involves the identification and joining of MS peaks formed from differ-
ent adductions (e.g., [M+H]", [M+Na]*, [M+NH,4]*), has been incorporated into software such
as MS-FLO (MSfeature list optimizer) (65). Different adducts form depending on the composi-
tion of ions and other compounds in the sample matrix. MS-FLO also removes isotopes from MS
data based on the accurate mass shift and expected peak height ratios between isotopes, usually *C,
?H, PN, and '80. There has been recent interest in combining analytes from different ionization
modes (positive and negative) to streamline the number of features to be identified. MSCombine
was developed to address this problem, with success in human serum and urine data sets (66).
The simple adducts that are used to combine spectral peaks in most feature reduction software
represent a small fraction of the adducts formed by a single metabolite, which can be upward of

www.annualreviews.org o Mass Spectrometry—Based Metabolomics

475



476

a Organism-level isotope labeling b Mass spectrometry

Substrate Pool 2Iaur?ign
@ unlabeled time

12¢ and labeled

= —_— RT (min)

Animal model

Fully Fully
13C m / unlabeled labeled

>
sy T e G
c
% g 6x13¢
c
Bacterial or -
cell culture I
mlz
C Feature dereplication d Metabolite identification
Deisotoping Deadducting <10% labeled,
real metabolites
[M+H]
2 +1.0034 2
c (3Q) c
g 9 (M +Naj >90% unlabeled,
£ £ M +NH,] redundant
| | | features
m/z m/z
Count # C, N in spectra
Join positive apd negative Be || pd e Validate ID with
mode ions : — i
+ - spiked unlabeled
(e.g., [M + H]* and [M - H]) 15N M + 0.9970 x #N standard
Figure 4

Isotope labeling and feature dereplication to distinguish true metabolites. (#) Model organisms are labeled
with 13C and/or 1N substrate, and a portion of each metabolite extract is pooled and analyzed with
high-resolution mass spectrometry. (b)) Labeled features are identified by a greater 7/z at the same elution
time corresponding to the exact mass difference of additional heavy isotopes (i.e., *C and *C). In the case
of isotopic ratio outlier analysis (IROA), a U-shaped isotopologue pattern occurs between the completely
unlabeled and labeled species. (¢) Redundant features such as naturally occurring isotopes, adducts, and
duplicate features from positive and negative mode analyses are also dereplicated from the data. (d) Filtering
of isotope-labeled features and dereplication reduce features to less than 10%. Whole-organism isotope
labeling can also assist in identifying features by counting the carbon and nitrogen atoms between fully
labeled and unlabeled spectral peaks, which can be validated by spiking unlabeled standard compounds with
fully labeled organism extracts. Abbreviation: RT, retention time.

100 features for a single compound run by LC-MS (67). To recognize and merge more complex
adducts, including those made of multiple analytes, the software mz.unity generates all possible
adducts based on the accurate mass of the neutral loss between any two spectral peaks within a
specified mass error (67). These techniques ensure that each identified compound only appears
once, thus preventing the overweighting of compound duplicates in downstream statistical
analyses.

Other spectral artifacts or contaminants that are not metabolites of the organism of interest
are much more challenging to recognize. Stable isotope—fed organisms can be used distinguish the
metabolites they produce from environmental chemicals (Figure 4). When model organisms are
fed isotope-labeled substrate, true metabolites incorporate the heavy isotopes and are observable
in MS by a specific increase in the 72/z while retaining the same elution properties (68). Isotopic
ratio outlier analysis (IROA) uses the isotopic labeling pattern of cells grown in > C-glucose to
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identify metabolites from mass spectra (69-71). By pooling extracts from individual treatments
grown in either 5% or 95% *C, an identifiable U-shaped isotopologue pattern is produced for
each metabolite, corresponding to the incorporation of *C into each carbon in the molecule.
Heavy isotope labeling allows metabolites to be distinguished from background ions, and the fully
labeled isotopologue can help to ascertain the number of labeled species in the analyte. Mahieu
& Patti (64) applied both degenerate feature reduction and organism-level 1*C-glucose labeling
to LC-MS metabolomics of Escherichia coli and reduced the total number of features from over
25,000 to fewer than 1,000. Wang et al. (72) similarly developed the Peak Annotation and Veri-
fication Engine (PAVE) to remove redundant MS adducts and identify metabolites from isotope-
labeled organisms (Figure 4). However, they made several improvements, including using both
BC- and P N-labeled substrates to identify metabolite ions and incorporating a weak collision
step to help differentiate the parent ion within spectra (72). Using heavy isotope incorporation to
narrow feature lists to only include metabolites reduces the time investment dedicated to identi-
fying compounds and ensures that the features remaining are not environmental contaminants.
This technique has widespread applicability to bacteria, plants, and other model organisms but is
limited in the types of experiments it may be used in. Treatments or genetic manipulations that
alter the primary carbon source used by the organism will interfere with labeling in that con-
dition. Owing to the requirement for administering labeled substrate, this technique is also not
applicable to exposome studies that measure exposure to diet or environmental chemicals. Still,
true metabolite feature libraries may be catalogued to screen compounds from future experiments
involving the organism.

4. CHROMATOGRAPHIC SEPARATION OF METABOLITES

When performing MS-based metabolomics on heterogeneous biological samples, chromato-
graphic separations such as GC or LC are generally used prior to MS. Chromatography is es-
pecially valuable owing to its ability to distinguish isomers by their physical properties, which
remains a major drawback of direct infusion MS. The most commonly used types of LC columns
in metabolomics are RP and HILIC, in which compounds interact with a nonpolar hydrocar-
bon solid phase or an aqueous layer supported by a polar solid phase, respectively. Metabolite
quantification is therefore related to peak area or height in chromatographs and either used as is
for relative abundances or compared to a calibration curve to obtain absolute values. Coupling
MS to chromatography provides an additional level of certainty when identifying compounds be-
cause elution order is a relatively stable property of molecules. According to the Metabolomics
Standards Initiative Chemical Analysis Working Group (CAWGQ), retention time is an effective
orthogonal property for metabolite identification, level 1 (73).

4.1. Retention Indices and Retention Time Prediction

Retention times are highly susceptible to variation based on a variety of factors, including the
column and instrument used, solvent preparation, flow rate, temperature, and solvent gradient
parameters. This has limited the development and use of retention time libraries as a method of
metabolite identification, as any deviation from the reference method may render retention time
values inaccurate. Ideally, pure standards run by the user with the same method and instrument
are compared to the retention time observed in the sample. However, standards are not available
for most known unknowns and synthesis is often expensive and time consuming. HILIC methods
are especially susceptible to variations in retention time from small changes to buffer composition,
even when using identical methods and instrumentation (30). As a way to normalize retention time
differences between batches, instruments, methods, labs, and even from different sample types
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(urine, plasma, stool) (74), retention indices for GC separations were introduced by Kovits in 1958
(75). The retention index is a set of retention time values normalized to standard compounds that
elute at semiregular intervals through the chromatograph. Ideal retention markers span the entire
chromatogram to account for all measured compounds and are chemically alike to the compounds
being measured to ensure they are affected similarly by chromatographic conditions. Here, we
establish the current state of GC retention indices and how retention prediction has been recently
applied to LC.

Linear retention indices were originally designed for GC and continue to be effective and
widely used for GC retention time correction due to the relatively consistent correlation between
a compound’s retention index on a GC column and its boiling point. Additional GC indices have
been developed using different marker compounds and applied to isothermic and temperature-
programming GC conditions. The most common linear indices for GC analysis are the Kovits
index, using n-alkanes differing by single linear hydrocarbons (75, 76), and the Lee index, us-
ing polycyclic aromatic hydrocarbons (77). Several other indices have been developed for specific
classes of compounds, such as the fatty acid methyl esters (FAMEs) created for GC lipid analyses
by the Fiehn lab (78). FAME:s are better than n-alkanes at retaining their molecular ion and gen-
erating distinguishing fragmentation ions during electron ionization, making them an improved
retention index compared with the Kovits index for GC-MS methods (74). Software tools in the
NIST database have been developed for the automated calculation and analysis of Kovits, linear,
and Lee retention index values (79), making retention index values for in-house compounds easy to
acquire. Retention index values can also be compared to literature values through NIST or other
metabolite databases that report retention index values such as the Golm Metabolome Database
(80) or MassBank (23). Because not all compounds are represented in these databases, algorithms
to predict the retention of unknowns in relation to indices are valuable to aid in identification.
Currently this can be done to predict Kovits index values for unknowns based on the presence of
various chemical groups (e.g., hydrocarbon chain length, carboxyls, carbonyls) (81).

Although linear retention indices have been effective for GC retention time correction, their
application to LC methods has proven to be more unreliable for several reasons. Compound elu-
tion times in LC columns are challenging to predict because they do not always follow linear re-
lationships with the index, sometimes even switching their elution order with other compounds.
Rather than using a linear retention index, retention projection identifies isocratic retention fac-
tors for each compound based on experimental elution values. These retention factors indicate
the specific solvent properties in the gradient where the compound elutes, which are then used to
predict its retention in a new gradient (82). One problem with this method is that instrumental
error or inaccurate solvent preparation can cause the actual gradient to differ from what the in-
strument reports (83). However, labs can combat this by running standards with known elution
properties, calculating the actual gradient and correcting retention projection values according to
the error observed. This has been shown to effectively correct retention time deviation caused by
the use of different instruments, gradients, and flow rates (84) and even between labs (82), thereby
reducing error compared to linear retention indices by more than half.

Predictive algorithms have been developed for the estimation of the retention time of un-
knowns. This approach was initiated by using basic structural determinants of polarity and charge
and the elution properties of known compounds to predict retention of unknowns with similar
chemical structures, though these values have error (85). Recent advances in quantitative structure-
retention relationship (QSRR) models have been able to improve these predictions in both RP
and HILIC LC applications (86). QSRR uses machine learning to increase the accuracy of identi-
fying relationships between structural features and polarity by training on real data sets, which can
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then be used to predict how they elute in a column. One of the major advantages to this method
is that the use and validation with real data facilitate accurate estimations of error in retention
time prediction, which can be used to better reject potential compound identities (87). In addition
to physicochemical properties, other molecular descriptors (i.e., fingerprints) have been incorpo-
rated in a kernel-based partial least squares model to improve retention time predictions (88).
Machine learning techniques require training from data sets containing accurate and extensive
retention time data from compounds that are chemically similar to unknowns. This has been a
major limitation because certain classes of molecules are difficult to acquire or synthesize and ac-
curate predictions are best performed by comparison to in-house libraries using the same column,
instrument, and gradient.

Despite the limited availability of retention time data sets and the sensitivity of chromatography
to fluctuation, retention predictions can be valuable when coupled with MS. The accurate mass
and isotopic pattern of unknown compounds determined by MS can be used to predict the molec-
ular formula and therefore all possible chemical structures. Although retention time predictions
can only be used to reject candidate structures, this could significantly narrow down potential can-
didates to a manageable number to be validated by running standards. With further improvements
in retention library size, availability of diverse chemicals for purchase, and accuracy in machine
learning algorithms, the retention time error window will continue to be narrowed.

4.2. Two-Dimensional Chromatography

Metabolomics analyses on complex biological matrices often demand the identification of chem-
ically diverse compounds, ideally using as few separate methods as possible. A major issue with
typical chromatographic separation is that each method is optimized for separating only com-
pounds that are retained on the column. This is especially true in LC; for example, polar com-
pounds run by RP will all elute nearly simultaneously within the first few seconds because of their
strong preference for the polar solvent over the column. Poor separation makes quantification less
accurate and lowers the sensitivity due to matrix effects. To improve the separation of additional
compounds from one sample, two-dimensional (2D) chromatography can be used. For LC ap-
plications, the most common combination is RP and HILIC because of their high orthogonality,
meaning they are able to resolve complementary compounds (89, 90). However, when attempting
to resolve highly similar compounds, RP-RP has also been used. A study by Willmann et al. (91)
used RP-RP-MS to quantify RNA metabolites for cancer biomarker identification.

There are several approaches to LC-LC that manage the challenge of the second dimension
taking time to run while molecules are continuously eluted from the first column. Heart-cutting
chromatography is a form of 2D chromatography that targets specific peaks by cutting them from
the spectrum and directing them to the second dimension. Extracting individual peaks facilitates
high-resolution separation and the data are relatively easy to analyze, though it only acquires LC-
LC for few selected compounds. Comprehensive LC-LC (or LCxLC), which is of major interest
for metabolomics, collects secondary LC data for the entire first chromatogram. However, the
incompatibility of solvents between the first and second rounds of chromatography often results
in peak splitting and lowers the sensitivity and resolution of the second chromatograph (92). In a
recent study, 100 lipids were identified in bovine urine using comprehensive RP-HILIC-MS (93).
The team addressed the solvent incompatibility issue by diluting the first-dimension eluate with
the proper infusion solvent for the second dimension, but this substantially lowered the sensitivity
of detection. Others have used vacuum collection or stop-flow using a trap column after the first
separation to extract analytes from solvent before redissolving in the appropriate injection solvent
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for the second column (94). Stop-flow LCxLC was developed by Wang et al. (95), who used
RP-HILIC-MS to identify an additional 88 lipids in human plasma compared to RP alone, while
maintaining good linearity for quantification.

Although the technology for LCxLC acquisition and analysis continues to improve, there
are several barriers preventing its widespread applicability to metabolomics research. There is
currently no effective data analysis software to organize and analyze complex 2D chromatography
data, especially because the technique is often coupled with MS. Due to the numerous eluent
collectors, columns, additional tubing, and flow switches, the instrumentation itself is expensive
and challenging to upkeep. In addition, each run requires more time for the separation of a fraction
more analytes, and method development is difficult and time consuming. As an alternative to 2D
chromatography, developments in computational methods for LC and GC peak deconvolution
have become an increasingly viable alternative for distinguishing peaks. Historically, MS! spectra
from overlapping chromatographic peaks have been used to ascertain the relative abundance of
coeluting compounds. For isotopes with similar MS! spectra, recent methods have been developed
to deconvolute based on MS?, such as in MS-DIAL (31). Given the significant time and analysis
challenges and available alternatives, large advances must be made for the widespread application
of 2D chromatography in metabolomics.

5. MASS SPECTRAL DATABASES AND COMMUNITY SHARING

Proper identification of mass spectral features and classification into metabolic pathways require
the use of high-quality curated MS databases, such as METLIN, mzCloud, NIST, MassBank,
HMDB, or ReSpect. Classic compound identification relies on the comparison of characteris-
tic ion m2/z abundances to those of known compounds and the scoring of potential candidates
based on their similarity. Machine learning algorithms for the in silico prediction of mass spec-
tra and assignment of substructures are also refined by larger training sets from various MS
databases. However, of the known compounds that are listed in chemical databases like PubChem
(>100 million), only a small fraction has MS! spectra in these MS databases, with even fewer
MS" spectra present. Nonetheless, with the increasing deposition of spectra into databases, Mass
Frontier and other programs have been able to develop tools to synthesize MS" data and generate
spectral trees for improved analysis. For a thorough review of available MS databases and the types
of retention time, mass spectral, and tandem mass spectral data they house, see recent reviews (96,
97). The purpose of this section is to highlight recent advances in mass spectral libraries and what
remains to be done to improve the field of metabolomics research.

One of the major problems beyond a simple lack of data is that the compounds in these spectral
databases do not evenly represent all metabolites found in nature. Compounds that are difficult
to ionize or that are low in abundance in biological samples often do not have acquired spectra.
Furthermore, many small molecules remain completely unknown, particularly those produced by
nonmodel organisms, including most bacteria, and therefore do not have associated mass spec-
tra in databases. Although complete in silico generation of mass spectra is possible to putatively
identify metabolites, the accuracy of these predictions is dependent on chemically similar metabo-
lites being present in the training database (39, 54, 56). The spectra present in databases are also
biased toward those acquired by GC-MS (i.e., more volatile metabolites) because of its earlier de-
velopment and easier compound identification compared to LC-MS. However, LC-MS is often
preferred in metabolomics to capture a larger diversity of biomolecules. Since the instrument, col-
lision energy, and other parameters between labs and experiments can affect the spectra generated,
compound identification requires that mass spectra in databases come from similar instruments
and protocols. It is of utmost importance that annotated mass spectra from all types of instruments
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and newly discovered compounds continue to be deposited into MS and chemical databases to in-
crease the percentage of features that are identified in metabolomics experiments.

Biological samples often contain a mixture of metabolites originating from multiple organisms,
including plants, mammals, and bacteria. Human feces, for example, contain human metabolites,
indigestible small molecules from the diet, xenobiotics, gut microbiome metabolites, and metabo-
lites from the combined metabolism of host and microbes (98). It can therefore be challenging
to identify and distinguish the source of metabolites without extensive knowledge of the types
of reactions these organisms perform. There has been a recent surge in databases that use the
known metagenomes of humans and bacteria to predict the source of identified metabolites and
their potential contribution to human disease, including the Virtual Metabolic Human (VMH)
database (99) and AMON (100). However, owing to the lack of known bacterial products and ex-
tensive curation and metadata required to accurately classify compounds in these databases, they
only contain very few (~5,200 in VMH) metabolites.

Data sharing in metabolomics from a variety of contributors is essential to impart con-
text to how, where, and when certain metabolites are produced by living systems. In 2007,
the Metabolomics Standards Initiative recommended the creation of a central repository for
metabolomics data sets with strict guidelines for submission (101). One of the major problems
with user-submitted data is inconsistent naming, which prevents the appropriate automatic com-
pilation of data from multiple sources that would be impossible to curate manually (102). Many
have suggested that users submit all data with InChI and PubChem IDs because of their univer-
sal, nonoverlapping, and machine-readable naming systems (96, 103, 104). Kind et al. (104) have
also recommended that all newly identified compounds be automatically submitted to community
libraries with extensive metadata related to the sample preparation (organism or sample source,
extraction steps, time course, etc.) and data collection (instrument, column, gradient, collision
energy, etc.). GNPS (25), the Metabolomics Workbench (105), and MetaboLights (106) are the
major MS data sharing platforms (12) that house a collection of mass spectra, metadata, proto-
cols, and known metabolite structures. Of these, GNPS has many additional functions that use
its community data repository Mass Spectrometry Interactive Virtual Environment (MassIVE)
to make the analysis of user-submitted spectra and metadata particularly approachable and use-
ful for researchers (25). MassIVE is a living library of user-submitted MS data that are continu-
ously curated by researchers and GNPS to identify compounds as their spectra become known.
Thus, previously submitted data to MassIVE will be updated with the identity of compounds and
substructures based on the newest annotations. The MASST search function in GNPS allows
researchers to find what other sample types contain similar unidentified spectra based on their as-
sociated metadata, which can give clues to the identity of the unknown (107). Although increased
data sharing in user-submitted libraries is ultimately beneficial, it is important to extensively and
accurately curate data. Errors in submitted chemical identifiers and spectral peak intensities due to
coelution of peaks can greatly impact compound identifications with libraries like GNPS that use
these data to annotate other data sets (102). Moving forward, the deposition of mass spectra from
validated standard compounds run on a variety of instruments will become increasingly important
to improve not only the size but also the quality of data sharing in metabolomics.

6. CONCLUSION

Through recent advancements in instrument technology, experimental techniques, and analysis
software, many of the challenges with MS-based metabolomics have been mitigated. The task
of identifying unknown compounds from mass spectra has been improved by the structural in-
formation acquired from additional cycles of fragmentation and MS (MS"), numerous softwares

www.annualreviews.org o Mass Spectrometry—Based Metabolomics



482

that have been developed to generate increasingly accurate in silico fragmentation spectra, and
the machine learning tools that use real MS data to predict features or candidate structures from
experimental MS. For example, by analyzing plant extracts with LC-MS/MS and combining mul-
tivariate statistical analysis in MetaboAnalyst and molecular networking in GNPS, Demarque etal.
(108) could prioritize features in the data that appeared to impact bioactivity and identified the
active compounds to be acetogenins. Although MS data sharing continues to expand, the lack of
high-quality spectral data from a diversity of instruments and collision energies remains one of the
largest difficulties for metabolite identification. Distinguishing metabolites or important features
from environmental small molecules has been another challenge in metabolomics. Computational
feature dereplication and the use of isotope-labeled organisms to differentiate true metabolites
from contaminants can reduce the number of important features by more than tenfold. However,
additional strategies are needed to filter undesired features from exposome studies and samples
taken from human subjects that cannot be isotope labeled. The ongoing issue of inconsistent
elution from chromatography has been improved with retention indices, which help to normal-
ize retention time values across instruments and enable the use of retention time databases for
compound identification. Future funding should be applied to techniques that remove unimpor-
tant MS features, expand MS databases and data curation, and automate metabolite identification.
In addition, the centralization of data deposition, curation, and computational spectrum analy-
sis, as well as the standardization of analytical methods across various platforms, will improve the
confidence of compound identification from MS-based datasets. With this, biologically relevant
metabolites will continue to be elucidated for drug discovery, diagnostics, and other applications.
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