Frontiers in Flow Cytometry™ is for researchers across the
globe looking for an opportunity to share and learn about
current developments in flow cytometry. This 24 hour virtual
event will feature keynote presentations by industry colleagues,
webinars, demos, live networking opportunities and more.

Key topics include:

Spectral and conventional flow cytometry
e Immunophenotyping and Standardization
Panel design and optimization

Cancer Biology and Auto-immune Diseases
Infectious diseases

Advances in flow cytometry technology

This event is sponsored by ThermoFisher

SCIENTIFIC


https://faseb.onlinelibrary.wiley.com/action/showCampaignLink?uri=uri%3A49cd17fc-fa64-4b48-b128-c9ee97e029b6&url=https%3A%2F%2Fevents.bizzabo.com%2FFrontiersInFlowCytometry%3Futm_source%3DWiley%26utm_medium%3DePDF&pubDoi=10.1002/jcb.30225&viewOrigin=offlinePdf

Received: 15 November 2021 Revised: 23 January 2022

W) Check for updates

Accepted: 27 January 2022

DOI: 10.1002/jcb.30225

TOOLBOX

& WILEY

PBLMM: Peptide-based linear mixed models for
differential expression analysis of shotgun proteomics data

Kevin Klann | Christian Miinch

Institute of Biochemistry II, Faculty of
Medicine, Goethe University Frankfurt,
Frankfurt am Main, Germany

Abstract

Correspondence

Christian Miinch, Institute of
Biochemistry II, Faculty of Medicine,
Goethe University Frankfurt, Theodor-
Stern-Kai 7/Bldg 75, 60590 Frankfurt am
Main, Germany.

Email: ch.muench@em.uni-frankfurt.de

Funding information

Deutsche Forschungsgemeinschaft,

Grant/Award Numbers: 259130777-
SFB1177, 390339347-Emmy Noether
Programme, 403765277,

Seventh Framework Programme,

Grant/Award Number: ERC StG 803565 KEYWORDS

1 | INTRODUCTION

The advances in mass spectrometry instrumentation
nowadays allow for the quantification of multiple pep-
tides per protein (up to a few hundred) during shotgun
proteomics experiments. Quantification accuracy of dif-
ferent peptides during mass spectrometry runs is highly
dependent on the physical properties of individual pep-
tides and might differ from run to run due to technical
constraints. Therefore, outlier peptides can bias the
quantification accuracy of the whole protein and need to
be carefully assessed during differential expression ana-
lysis. However, in most downstream analysis workflows
for differential expression analysis, the peptide level in-
formation is ignored and summed to a single protein
quantification used for statistical analysis."” While these
workflows are commonly applied and represent easy and
intuitive methods for statistical analysis, they discard the

Here, we present a peptide-based linear mixed models tool—PBLMM, a
standalone desktop application for differential expression analysis of pro-
teomics data. We also provide a Python package that allows streamlined data
analysis workflows implementing the PBLMM algorithm. PBLMM is easy to
use without scripting experience and calculates differential expression by
peptide-based linear mixed regression models. We show that peptide-based
models outperform classical methods of statistical inference of differentially
expressed proteins. In addition, PBLMM exhibits superior statistical power in
situations of low effect size and/or low sample size. Taken together our tool
provides an easy-to-use, high-statistical-power method to infer differentially
expressed proteins from proteomics data.

bioinformatics, data analysis, differential expression, proteomics, statistics

obtained information on peptide level, which leads to
loss of statistical power.” In recent years, the first ap-
proaches using linear models for differential expression
analysis have been transferred from microarray experi-
ments to proteomics.” ’ These are capable of carrying out
statistical analyses on the peptide level. However, only a
few packages use some of the peptide information for
statistical analysis®’ and are often only available for
certain workflows, such as label-free quantiﬁcation.9
Linear mixed models (LMMs) in general have been
suggested and used for statistical inference before (no-
tably, the exact model differs from study to study) and
despite them having shown great statistical power,” "’
there is no easy-to-use package or standalone application
published so far that is also applicable to multiplexed
proteomics. To solve this issue we present peptide-based
linear mixed models (PBLMM), a standalone desktop
application for differential protein expression analysis
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from shotgun proteomics experiments, especially those
applying isobaric labellings, such as tandem mass tags
(TMT) or iTRAQ. We compare PBLMM to currently used
tools, such as MSstatsTMT'’ or limma® and found
PBLMM to provide statistical benefits over these meth-
ods, depending on the use-case.

1.1 | Statistical model of PBLMM

In the implemented statistical model, the expression of
each protein is separately modelled by a linear mixed-
effects model:

yl-J:[30+,8X+ui+siJ,

where y;; denotes the jth measurement of expression of
peptide i, B, is the individual protein's global intercept, SX
is the linear combination of indicator variables encoding
categorical experimental conditions, u; is the additive ran-
dom intercept of peptide i with u; ~ N (0, oﬁepﬁde ), and g
are residual errors with &; ~ N (0, 7). Note that this col-
lapses to ordinary linear regression when there are no
multiple peptide measurements per protein.

In the absence of further experimental conditions, the
variance of the response variable y;; can be described by
the sum of the variance components (¢*) peptide, tech-
nical replicate (TechRep), and multiplex, as well as un-
explained residual variance o?:

2 _ 2 2 2 2
O-yl. = Opeptide + OTechRep + OMultiplex + o

The variance components reduce when no technical
replicates and/or different multiplexes are present. This
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setup makes PBLMM aware of most experimental de-
signs that are commonly used in proteomics.

Since the input matrix is log, transformed, the
treatment coefficients from the models can be interpreted
as log, fold changes and p values for the main treatment
effects can be extracted. The null hypothesis tested is that
the coefficient for the tested term equals zero and the
factor is not meant to explain the protein expression.
Therefore a low p value indicates the importance of the
factor and a low likelihood of the fold change is 0 for
the tested treatment. To control the false discovery rate
(FDR), we applied multiple testing corrections by the
Benjamini-Hochberg FDR method."' The application
automatically calculates differential analysis between all
condition pairs possible.

2 | RESULTS

We created two implementations of the PBLMM statistical
model described above (Figure 1A): (i) for user-friendly
analysis, we implemented the PBLMM algorithm into a
standalone desktop application with a graphical user in-
terface and (ii) a Python package containing additional
parameters, processing steps and pipelining features to
facilitate customisable data analysis workflows.

To test how PBLMM performs compared to other
commonly used methods, we created a ground truth
dataset, consisting of a TMTpro 12-plex containing
spiked-in Escherichia coli digests in a human background
in different known ratios (Figure 1B). We then per-
formed differential expression analysis using different
classical protein level statistics and PBLMM: (i) sum-
based protein rollup (peptides are summed for each
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Statistical evaluation of peptide-based linear mixed model (PBLMM). (A) Scheme of PBLMM desktop application and

modular python package. (B) Scheme of the ground truth dataset composition. Different amounts of Escherichia coli digest were spiked into
a fixed HeLa background. Peptides were tandem mass tag labelled and fractionated by offline reverse phase HPLC into 24 fractions. (C)
Receiver operating characteristic curves of p values generated by different statistical tools/tests as predictors of species. Statistics for samples

with twofold changes were used for this graph
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protein before statistical inference), followed by Student's
t-test, (ii) sum-based protein rollup, followed by limma,*
and (iii) PBLMM. Receiver operating characteristic
(ROC) curve analysis showed that PBLMM outperforms
the alternative classic methods on our test dataset
(Figure 1B). Notably, we found that the difference be-
tween statistical approaches was less pronounced with
very high effect sizes (e.g., fourfold). We thus performed
our analysis with lower effect sizes throughout this study.

2.1 | PBLMM shows advantages with
small effect size and low replicate number

While methods using protein-based statistics exhibit high
statistical power in situations where enough replicates are
present to sufficiently estimate variances of indicator vari-
ables, they inherently lack statistical power in experimental
designs that rely on low numbers of replicates or study low
fold changes across conditions. In these cases, the use of
peptide-level data provides additional statistical power. For
each sample and protein, multiple peptides are measured
giving a better complete view of the different variance
sources, biological, or technical. We tested PBLMM
against the current state-of-the-art tool MSstatsTMT """
(Figure 2A). MSstatsTMT uses flexible LMMs to infer dif-
ferential expression between biological conditions from
TMT data. However, the LMMs are fitted on protein levels,
previously inferred from an additive linear model on pep-
tide level data. Here we used our fractionated ground truth
dataset from before and validated the statistical power of
both tools. In the ROC analysis, both tools show compar-
able performance. However, when we applied standard
FDR cut-offs, such as 0.05 or 0.01 (either alone or in
combination with additional fold change cut-offs), protein-
level statistics failed to detect any significantly changed
proteins at a small effect size of 1.5-fold (Figure 2B). This
effect has been already discussed by others and represents a
common problem in proteomics experiments.'” In contrast,
the enhanced statistical power of our peptide-based model
was able to detect several hundred significantly changed
proteins. While both methods performed comparably at a
higher effect size with three replicates, we also observed
more pronounced differences during the analysis of only
two replicates (Figure 2C). Here, only the peptide-based
model was able to correctly detect differentially expressed
proteins, although with a slightly inflated empirical FDR
that could be easily controlled by applying additional fold
change cut-offs. Since large experiments with tens to hun-
dreds of conditions are becoming more and more popular
and naturally suffer from lower replicate numbers, "
statistical models for their analyses become increasingly
important.

We next hypothesised that also the estimation of
technical variation between runs can benefit from peptide
data. Thus, we generated another ground truth dataset
and measured the resulting multiplex three times as
technical replicates (Figure 3A). While the differentially
expressed proteins clearly separated from the background
(i.e., human proteins) when analysing differences inside
one multiplex (Figure 3B), the data points started to
converge when looking at the data across the different
replicate injections (Figure 3C). The technical variation of
the background proteins between MS runs was higher
than the effect size, thus masking the real effects. Linear
models are able to divide these effects and calculate the
technical and biological variance separately, leading to
high statistical power. When we applied our peptide-based
model in conjunction with internal reference scaling
preprocessing,’”” we observed an improvement in statis-
tical power compared to the protein level quantification,
although nine replicates (three replicates for each three
MS runs) were present for each condition (Figure 3D).

Taken together, we found that PBLMM performed
comparably to other state-of-the-art statistical tools and
provides distinct advantages in situations commonly
observed in biological or medical experimental designs,
such as experiments with low effect sizes or low numbers
of replicates. These advantages are beneficial for large
scale experiments, which would not be feasible with the
currently required high number of replicates, and con-
ditions with small effects sizes.

3 | DISCUSSION

Statistical data analysis of proteomics experiments needs
adjustments for each experiment since it is heavily in-
fluenced by multiple parameters. The effect size is not
only determined by the biological effects but also strongly
affected by instrumentation. Advances in instrumenta-
tion are occurring rapidly and many different instru-
ments are used in proteomics facilities worldwide, each
influencing the effect size and technical variance in their
own way. In addition, applied measurement methods,
offline fractionation, and sample preparation are varying
a lot across laboratories. Therefore, each experiment may
have its own statistical needs that may not be covered by
single tools. Consequently, we think that the choice of
the statistical tools should ideally depend on the experi-
mental setup.

LMMs have proven to be able to account for several of
these aspects, like technical or subject variance, and
therefore provide more advanced hypothesis testing. We
showed that PBLMM is able to perform similarly or
better than state-of-the-art methods like MSstatsTMT
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FIGURE 2 Peptide-based linear mixed model (PBLMM) displays advantages with small effects sizes and low replicate numbers. (A)
Receiver operating characteristic analysis of statistical parameters of PBLMM compared to MSstatsTMT with two effect sizes: 1.5-fold effect
size and 2-fold effect size. (B and C) Number of true and false discoveries with different commonly used false discovery rates (FDR) and fold
change cut-offs. Grey and red rectangles schematically represent number of replicates used in statistical analysis: (B) n = 3; (C) n = 22. Blue:
true discoveries; Yellow: false discoveries
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FIGURE 3 Peptide data allows accurate (A) (B)
estimation of technical variance. (A) Scheme of E. coli
ground truth dataset composition. Escherichia :g?N 161 . H. sapiens
coli peptides were spiked into a fixed HeLa 127C 1% § —~, 14
background, tandem mass tag (TMT) labelled :;:g . ; § 124
and measured in three technical replicates. (B) 129N 25% § - 'g 3 10-
Comparing abundances of 1% (control) and :;gﬁ 3 H ‘§
2.5% (2.5%) samples in one multiplex. The 130C |4% - = 81
differentially expressed E. coli proteins are 131N <.§ 2 61
shown in red. (C) Comparing abundances of 1% 131C = é 4 - -
(control) and 2.5% (2.5%) samples from two = [\iﬁ 2 . ] ‘ ‘ 7 ‘
different technical replicates. (D) Receiver 2 4 6 8 10 12 14 16
operating characteristic analysis of p values ©) DAbundance control (log,)
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depending on the experimental setup. Strikingly, we
found that, for several scenarios, using the peptide in-
formation directly for differential expression analysis,
strongly enhanced the statistical power, while main-
taining a low FDR. Especially testing biological condi-
tions with low effect sizes (as observed in mild
treatments) or a low number of replicates (as observed in
high-throughput experiments) benefited from the addi-
tional information provided by the individual peptides.
We anticipate that the power of statistical tools might not
be adequately reflected solely by ground truth datasets,
however, these datasets represent the only quantifiable
source of statistical power and accuracy together with
purely simulated datasets. Importantly, PBLMM is easily
accessible as an interactive desktop tool and thus allows
it to be used broadly used in different analyses pipelines
and for all different types of input data.
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