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ABSTRACT: Intestinal ischemia−reperfusion (IR) injury is a
severe clinical condition, and unraveling its pathophysiology is
crucial to improve therapeutic strategies and reduce the high
morbidity and mortality rates. Here, we studied the dynamic
proteome and phosphoproteome in the human intestine during
ischemia and reperfusion, using liquid chromatography-tandem
mass spectrometry (LC-MS/MS) analysis to gain quantitative
information of thousands of proteins and phosphorylation sites, as
well as mass spectrometry imaging (MSI) to obtain spatial
information. We identified a significant decrease in abundance of
proteins related to intestinal absorption, microvillus, and cell
junction, whereas proteins involved in innate immunity, in
particular the complement cascade, and extracellular matrix
organization increased in abundance after IR. Differentially phosphorylated proteins were involved in RNA splicing events and
cytoskeletal and cell junction organization. In addition, our analysis points to mitogen-activated protein kinase (MAPK) and cyclin-
dependent kinase (CDK) families to be active kinases during IR. Finally, matrix-assisted laser desorption ionization time-of-flight
(MALDI-TOF) MSI presented peptide alterations in abundance and distribution, which resulted, in combination with Fourier-
transform ion cyclotron resonance (FTICR) MSI and LC-MS/MS, in the annotation of proteins related to RNA splicing, the
complement cascade, and extracellular matrix organization. This study expanded our understanding of the molecular changes that
occur during IR in the human intestine and highlights the value of the complementary use of different MS-based methodologies.
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■ INTRODUCTION

Intestinal ischemia−reperfusion (IR) is a clinical phenomenon
carrying high morbidity and mortality and can occur in various
conditions. Based on etiology, intestinal ischemia is classified
into chronic ischemia, e.g., due to atherosclerosis, and acute
ischemia. The latter is further divided into occlusive disease,
caused by the obstruction of the mesenteric blood flow, or
nonocclusive disease, caused by hypoperfusion, for example,
due to major surgical procedures, trauma, hemorrhagic shock,
or sepsis.1−3 The lack of oxygen during ischemia obviously
leads to cell injury, and hence rapid reperfusion is crucial.
However, reperfusion can also aggravate injury as the sudden
oxygen supply to the ischemic intestine initiates a cascade of
events, including Ca2+ influx and the production of reactive
oxygen species (ROS), which damages cellular structures and
activates an inflammatory response.4 The intestinal epithelium
serves as an important barrier that protects the body from the
hostile luminal environment. Disruption of this barrier, which
can be caused by IR injury, allows entry of harmful luminal

microorganisms and toxins into the sterile inner mucosa, which
may cause a severe inflammatory response. Observations from
a human experimental model of intestinal IR showed that the
intestine was relatively resistant to short periods of ischemia,5,6

whereas prolonged ischemia (>45 min) followed by
reperfusion disrupted the epithelial lining and induced
inflammation.7 Cell death occurs initially at the villi tips and
progresses toward the crypt with increasing duration of the
ischemic period.7,8 Severe IR can eventually lead to bowel
necrosis and severe systemic inflammation. The high mortality
rates (60−80%) of acute intestinal ischemia1−3 can be
attributed to the difficulty to diagnose acute mesenteric
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ischemia at an early stage, as well as the lack of effective
therapeutic options.9−11 Further unraveling the molecular
mechanisms underlying ischemia−reperfusion is crucial to
improve therapeutic strategies and patient outcomes.
Identification of changes in (local) protein abundance that

occur following ischemia and during reperfusion in the human
experimental model is of great interest for understanding the
biological processes involved in IR injury and tissue repair. As
many cellular functions are regulated by the dynamic
phosphorylation of proteins, we were interested in investigat-
ing changes in protein phosphorylation as well. Furthermore,
given the aforementioned differences in function and
susceptibility to IR across the layers and cell types of the
intestinal wall, spatial information of protein changes is of
particular interest in the context of intestinal IR injury.
Liquid chromatography coupled to mass spectrometry (LC-

MS)-based proteomics has emerged as an important tool to
study cell biology and disease mechanisms and enables
untargeted identification and quantification of several thousand
proteins.12 A multistep process, including protein extraction,
digestion, and separation by LC, is currently used to obtain this
thorough protein coverage and accuracy. However, with
homogenization of the tissue during sample preparation,
spatial information on protein distribution gets lost. A powerful
technology to complement LC-MS-based proteomics is matrix-
assisted laser desorption/ionization (MALDI) mass spectrom-
etry imaging (MSI) of tissue sections. MALDI MSI allows
analyzing hundreds of molecules simultaneously, providing
spatial distribution and local abundance of these molecules in
biological tissues in a label-free manner. Combining MALDI
MSI with the histological information of these tissue enables a
histology-driven analysis. Intact proteins can be detected by
MSI; however, their detection is limited by low ionization
efficiency that limits sensitivity in the high mass range of the
instrumentation. Recent studies have shown imaging of
proteins up to 200 kDa.13,14 MSI of trypsinized proteins can
thereforeat least theoreticallyincrease the coverage of the
proteome beyond this sensitivity limit. Moreover, the on-tissue
digestion approach allows better integration of MSI data with
liquid chromatography-tandem mass spectrometry (LC-MS/
MS) of the same or an adjacent tissue section to enable the
identification of the observed local peptide signals, especially
when using high-mass resolution MSI instrumentation.15,16

However, these high-mass resolution MSI methods are limited
by a long acquisition time and consequently suffer from a low
throughput. This issue can be overcome by the use of high-
speed MALDI-time-of-flight (TOF) MSI complemented by
high-mass resolution MSI data,17 which is the approach that
we applied in our study.
The main objective of this study is to analyze the dynamic

proteome and phosphoproteome in the human intestine
exposed to ischemia and reperfusion. To this end, we used
two complementary MS-based technologies: LC-MS/MS
(phospho)proteomics to gain in-depth quantitative informa-
tion and MALDI MSI of tryptic peptides to obtain spatial
information and study location-specific protein changes.

■ EXPERIMENTAL SECTION

Patients and Experimental Procedure

Human intestinal tissues exposed to ischemia and reperfusion
were obtained using a controlled in vivo experimental model.
The study was approved by the Medical Ethical Committee of

the Maastricht University Medical Centre+ (Maastricht UMC
+) and written informed consent was obtained from all
patients. Nine patients (sex 3M/6F; median age 66 years,
range 43−84 years) undergoing pancreatoduodenectomy were
included in the study. The experimental procedure was
performed as described previously.5 In short, a 6 cm jejunal
segment, which is routinely resected as part of the surgical
procedure, was isolated and subjected to ischemia by placing
vascular clamps across the mesentery. After 45 min, one-third
of the ischemic segment was resected (45I). Next, clamps were
removed to start reperfusion. Another segment of isolated
jejunum was removed after 30 min (30R) and 120 min of
reperfusion (120R). Finally, a jejunal segment that was not
exposed to IR but underwent similar surgical handling was
resected (control, Ctrl). Jejunal tissue samples were immedi-
ately snap-frozen and stored at −80 °C.
LC-MS/MS Analysis

Cell Lysis and Protein Digestion. Tissue samples were
treated with sodium deoxycholate (SDC) 1% to induce cell
lysis. The buffer also contained 10 mM tris(2-carboxyethyl)-
phosphine hydrochloride (TCEP), 40 mM chloroacetamide,
100 mM TRIS pH 8.0, further supplemented with a protease
inhibitor (cOmplete mini ethylenediaminetetraacetic acid
(EDTA)-free; Roche, Basel, Switzerland) and a phosphatase
inhibitor (PhosSTOP, Roche). The samples were sonicated
with a Bioruptor Plus (Diagenode, Lieg̀e, Belgium) for 15
cycles of 30 s. The protein amount in each sample was
quantified by a Bradford protein assay. Next, proteins were
digested overnight at 37 °C with Lys-C (FUJIFILM Wako
pure chemical corporation, Osaka, Japan) and trypsin (Sigma-
Aldrich, Zwijndrecht, The Netherlands), with enzyme to
protein ratios of 1:75 and 1:50, respectively. SDC was
precipitated by the addition of 2% formic acid (FA), and
peptides were desalted using Sep Pak C18 cartridges (Waters
Corporation, Milford, Massachusetts) to subsequently be dried
down and stored at −80 °C.

Phosphopeptide Enrichment. Phosphopeptides were
enriched by Ti(IV)-IMAC; 500 μg of beads were packed
into microtip columns and washed with methanol and a
loading buffer made of 80% acetonitrile (ACN) and 6%
trifluoroacetic acid (TFA). Then, 200 μg of peptides per
sample was dissolved in loading buffer and subsequently
loaded into the columns. Peptides were washed with 50%
ACN/0.5% TFA in 200 mM NaCl, followed by a second wash
with 50% ACN/0.1% TFA. Phosphopeptides were eluted with
10% ammonia and 80% ACN/2% FA directly into 10% FA.
The samples were dried down and stored at −80 °C until LC-
MS/MS analysis. A detailed description of this protocol was
published elsewhere.18

Data Acquisition by LC-MS/MS. The samples were
analyzed using a UHPLC 1290 system (Agilent, Santa Clara,
California) coupled to an Orbitrap Q Exactive HF (Thermo
Fisher Scientific, Waltham, Massachusetts). The nanoflow rate
(∼300 nL/min) was achieved by passively splitting the flow
using an external valve.19 Peptides were first trapped into a
precolumn (an inner diameter [ID] of 100 μm and 2 cm
length; packed in-house with 3 μm C18 ReproSil particles [Dr.
Maisch GmbH]) and eluted into an analytical column (ID of
75 μm and 50 cm length; packed in-house with 2.7 μm
Poroshell EC-C18 particles [Agilent]). We used a two-system
buffer consisting of solvent A (0.1% FA in water) and B (0.1%
FA in 80% ACN). Peptides were trapped for 5 min at a 5 μL/
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min flow rate with solvent A before switching to a nanoflow of
∼300 nL/min. For the measurement of the full proteome, we
used a 155 min gradient from 10 to 36% of solvent B. On the
other hand, for the phosphoproteome, we used a 95 min
gradient from 8 to 32% of solvent B. Both methods included a
wash with 100% solvent B for 5 min followed by a column
equilibration with 100% solvent A during the last 10 min.
The mass spectrometer was operated in a data-dependent

acquisition mode. For the proteome analysis, full scan MS was
acquired from m/z 375−1600 with a 60 000 resolution at m/z
200. The accumulation target value was set to 3 × 106 ions
with a maximum injection time of 20 ms. Up to 15 of the most
intense precursor ions were isolated (m/z 1.4 window) for
fragmentation using high energy collision-induced dissociation
(HCD) with a normalized collision energy of 27. For MS2
scans, an accumulation target value of 1 × 105 ions, a
maximum injection time of 50 ms, and a dynamic exclusion
time of 24 s were selected. Scans were acquired from m/z
200−2000 with a 30 000 resolution at m/z 200. For the
phosphoproteome, the same settings were used with the
exception of the dynamic exclusion window, which was set to
16 s. The electrospray voltage was set to 1.9 kV during the
measurement of all samples.
Data Processing. Raw files were processed with

MaxQuant (version 1.6.17.0) using a false discovery rate
(FDR) <0.01. The default settings were used, with the
following exceptions: variable modifications, specifically
methionine oxidation, protein N-term acetylation, and serine,
threonine, and tyrosine phosphorylation were selected.
Cysteine carbamidomethylation was selected as a fixed
modification. Label-free quantification was performed, and
we enabled the “match between runs” option with the default
values. Database search was conducted against the human-
reviewed Swiss-Prot database (October 2020).
The results were uploaded to Perseus (version 1.6.0.2) for

subsequent analysis. For the proteome, only proteins identified
by more than one unique peptide were considered, and for the
phosphoproteome, only phosphosites with a localization
probability score >0.75 were kept for further analysis. Decoys
and potential contaminants were removed. The intensities
were log 2 transformed and normalized by median subtraction.
Finally, all values were filtered to keep only those proteins (or
phosphosites) that were detected in a minimum of two out of
three replicates for at least one condition. Missing values were
replaced using a normal distribution applying a downshift of
1.8 times the standard deviation of the dataset and a width of
0.3 times the standard deviation.
An analysis of variance (ANOVA) test (P < 0.05) was used

to keep only significantly changing proteins (or phosphosites)
among the different conditions. Z-scored intensities were
visualized using the Complex Heatmap package in R, applying
a combination of k-means and hierarchical clustering. K-means
clusters were set to 4 and 6 for proteome and phosphopro-
teome, respectively. This number was chosen based on the gap
statistic method, which estimates the optimal number of
groups for a given dataset.20 Next, we used the Pearson
correlation distance with average linkage for clustering. Gene
ontology (GO) analysis was done using the STRING web
tool;21 enriched GO terms were filtered to keep only those
with P < 0.01, fold enrichment (Log 10[observed/expected])
>5, and a minimum of five proteins per term. The list of terms
was further condensed by the removal of redundant terms
using the Revigo web tool.22

Sequence logos for motif analysis were obtained implement-
ing previously described algorithms in R.23 Briefly, each
sequence logo displays over- and underrepresented residues in
each position of the sequence window centered on the
phosphorylated residue. Calculations are based on the
frequency change between a foreground (phosphosites from
each cluster) and a background (all detected phosphosites).
For kinase enrichment analysis, we used the online tool KEA2
to look for phosphosites previously linked to effector kinases.24

In addition, we applied post-translational modification-
signature enrichment analysis (PTM-SEA), which looks for
the enrichment of phosphosite-specific “signatures” related to
specific kinases, signaling pathways, or perturbations previously
reported in the literature.25

MALDI MSI Analysis

Tissue Preparation for MALDI MSI Analysis. Fresh
frozen tissues were sectioned at 10 μm thickness at −20 °C
using a cryostat (Leica, Leica CM1860, Leica Biosystems) and
thaw-mounted onto clean indium tin oxide (ITO)-coated glass
slides (Delta Technologies LTD, Loveland). A within-subjects
experimental design was pursued, i.e., all four different tissue
sections (Ctrl, 45I, 30R, and 120R) from one patient were
always mounted on the same ITO slide. Mounted tissue
sections were dried in a vacuum desiccator for 20 min,
followed by three 2-min washes in 100% ethanol and then two
5 min washes in water. Fresh ethanol/water was used in every
wash, and sections were not dried between steps. Antigen
retrieval was performed in a 10 mM citric acid buffer (Sigma-
Aldrich) (pH 6.0) for 20 min using the Antigen Retriever 2100
(Aptum Biologics, Rownhams, U.K.). Sections were allowed to
cool down for 20 min, rinsed with water, and dried in a
vacuum desiccator. Prior to trypsin digestion, 1 μL of 1 mg/
mL cytochrome c (from equine heart, Sigma-Aldrich) was
applied on the slide, away from the tissue, to evaluate digestion
efficacy. Water-dissolved porcine trypsin (20 μg/mL) was
sprayed onto the tissue samples using a SunCollect pneumatic
sprayer device (Sunchrom GmbH, Friedrichsdorf, Germany)
in 15 layers (flow rate: 10 μL/min, speed: 900 mm/min, track
spacing: 1 mm, spray head distance: 25 mm). Afterward, the
samples were incubated at 37 °C for 17 h in an airtight box
containing 50% methanol. Finally, slides were coated with 5
mg/mL α-cyano-4-hydroxycinnamic acid (Sigma-Aldrich) in
50% acetonitrile and 0.2% trifluoroacetic acid using the
SunCollect sprayer device. The matrix was applied in a series
of seven layers with the increasing flow rate starting at 10 μL/
min followed by 20, 30, and 40 μL/min for all subsequent
layers (speed: 1390 mm/min, track spacing: 2 mm, spray head
distance: 25 mm). Prior to matrix application, slides were
scanned (Super Coolscan 5000 ED, Nikon) to obtain high-
quality optical images.

MALDI MSI Data Acquisition. High-speed MALDI-TOF
MSI analysis was performed on a RapifleX MALDI Tissuetyper
(Bruker Daltonics GmbH, Bremen, Germany) equipped with a
10 kHz Nd:YAG (355 nm) laser. The instrument was operated
in a positive ionization reflectron mode, and peptide spectra
were acquired in a mass range m/z 620−3000 with a spatial
raster of 50 μm and 500 averaged laser shots per pixel. An
experimental mass resolution of 15 000 was achieved at m/z
1000. High mass resolution MALDI-Fourier-transform ion
cyclotron resonance (FTICR) MSI experiments were
performed with a Solarix 9.4 T (Bruker Daltonics), achieving
an experimental mass resolution of 200 000 at m/z 1000. MSI
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data were acquired within a mass range of m/z 800−3000 (1 ×
106 data points) in a positive ionization mode with a transient
time of 2.94 s. The spatial raster width was 70 μm. At each
pixel, 600 shots were accumulated with a laser frequency of
500 Hz. Data acquisition was controlled using ftmsControl and
FlexImaging 4.1 (Bruker Daltonics). All MSI measurements
were preceded by an instrument calibration using Red
phosphorus. MALDI-TOF analysis was performed on 36
tissue samples from nine patients. MALDI-FTICR MSI
measurements were performed on selected samples (four
conditions from one patient) to improve the identification of
the proteins behind the relevant peptides obtained from TOF
analysis.
Histological Staining and Tissue Annotation. After

MSI analysis, the matrix was removed by submersion in 70%
ethanol and tissues were stained with hematoxylin and eosin
(H&E). Optical images of H&E-stained tissues were obtained
with a MIRAX desk scanner (Sysmex, Etten-Leur, The
Netherlands). The MSI images were coregistered with the
corresponding histological images in the FlexImaging software
(v5.0, Bruker Daltonics), which allows the annotation of the
histological regions of interest: mucosa, submucosa, and
muscle layers.
MSI Data Preprocessing. MALDI-TOF MSI data were

recalibrated using FlexAnalysis v3.4 (Bruker Daltonics). Cubic-
enhanced calibration function was performed with a 500 ppm
peak assignment tolerance and using m/z 868.5, 1138.6,
1562.8, 2115.2, 2567.3, and 2869.3 as calibrants. A total of 36
(nine patients with four conditions each) MALDI-TOF MSI
datasets were imported into SCiLS 2019c (Bruker Daltonics),
where mass spectra were normalized to their total ion count.
Peak picking was performed on the overall mean spectrum in
mMass26 using the following settings: 35 precision baseline

correction, deisotoping with an isotope mass tolerance of m/z
0.1, isotope intensity tolerance of 50%, and a signal to noise
(S/N) ratio of 7. The peak list was then imported back into
SCiLS to create a data matrix containing every annotated
region and sample the maximum intensity in each peak interval
(m/z ±0.2).
The average spectra of the MALDI-FTICR MSI datasets

were recalibrated in mMass with linear correction using the
tryptic peptides of histone H2A (m/z 944.5312; pos. 22−30
“AGLQFPVGR”) and histone H4 (m/z 1325.7535; pos. 25−
36 “DNIQGITKPAIR”) and known trypsin autolysis products
at m/z 842.5094 (pos. 108−115 “VATVSLPR”) and m/z
1045.5637 (pos. 98−107 “LSSPATLNSR”). Peak picking on
those recalibrated spectra was performed in MATLAB R2018
(Mathworks, Natick, Massachusetts) using the following
settings: TopHat filter (window: 30 dp) for baseline
correction, Gaussian smoothing (window: 20 dp), a minimum
intensity for peak picking of 500, deisotoping with an isotope
mass tolerance of 0.02 m/z and isotope intensity tolerance of
50%.

Statistical Analysis MALDI-TOF MSI Data. An outlier
detection was performed based on a cytochrome c spot applied
onto every slide prior to trypsin digestion. For this, peak
picking was limited to known peptides of cytochrome c, which
re su l t ed in the cons ide ra t ion o f four s i gna l s
(HKTGPNLHGLFGR, m/z 1433.77; HKTGPNLHGLFGRK,
m/z 1561.87; TGPNLHGLFGRK, m/z 1296.72;
TGPNLHGLFGR, m/z 1168.62). Using these four features,
principal component analysis (PCA) was performed on the
average intensity in the cytochrome c spot from each slide (N
= 9) in SCiLS. Any measurement outside the 95% confidence
ellipse in the PC1−PC2 score plot was considered an outlier.

Figure 1. Experimental design and data analysis workflow. (A) Experimental model of ischemia−reperfusion in the human intestine, with tissue
collection after 45 min of ischemia (45I), 30 min of reperfusion (30R), and 120 min of reperfusion (120R), and tissue not exposed to ischemia−
reperfusion (Ctrl). (B) Mass spectrometry and data analysis workflow. The red area shows the workflow of LC-MS/MS measurement and
subsequent data analysis. The blue area shows the MS imaging (MSI) measurements.
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Figure 2. Dynamic proteome during ischemia−reperfusion in the human intestine. (A) Heatmap visualizing clustering of differentially expressed
proteins. Hierarchical clustering was based on the Z scores of the log 2 values of differentially expressed proteins. The ANOVA test was performed
and P < 0.05 was considered statistically significant. Average temporal profiles are shown for every cluster (a gray area represents CI). (B)
Functional enrichment analysis of differentially expressed proteins. Over-represented gene ontology (GO) terms are shown (P < 0.05). GO term
fold enrichment (log 10[observed/expected]) is plotted against P-value (−log 10). The size of the dot correlates with the number of proteins linked
to that GO term, as indicated in the legend. Red dot, GO Biological Processes; blue dot, GO cellular component, gray dot, GO molecular function.
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The data matrix from the included patients was exported for
statistical analysis in R (v3.5.1). Trypsin-related peaks were
determined by Pearson correlation >0.9 to the m/z 842.5 and
excluded from analysis (removal of six peaks). Statistically
significant differences in peak intensities between the
conditions (Ctrl, 45I, 30R, 120R) were tested for each
histological layer separately (mucosa, submucosa, muscle).
The intensities for every peak were compared using a repeated-
measurements ANOVA. P-values were corrected for multiple
testing by Benjamini−Hochberg and P-values <0.01 were
considered statistically significant. As several tissue sections
lacked the muscle layer, statistical analysis could not be
performed for the muscle layer.
Protein Identification Strategy. MALDI-FTICR MSI

experiments were performed on selected samples to obtain
high mass-resolution data of tryptic peptides, which was used
to identify the proteins behind the significantly changed
peptides from MALDI-TOF MSI statistics. These significantly
changed m/z values were matched with a tolerance of ±80
ppm to the peaks in the MALDI-FTICR MSI measurements.
Next, these accurate peptide masses were matched with the
masses of the (phospho)peptides detected using LC-MS/MS
and corresponding identified protein with a tolerance of ±6
ppm. As there is no alkylation and reduction step in the MSI
workflow, the peptide masses of the LC-MS/MS were adapted
by subtracting the mass shift (m/z 57.02146) caused by the
formation of S-carboxyamidomethylcysteine for every cysteine
in the peptide.
The matching and identification process was performed

using four FTICR MSI datasets (data was obtained from one
patient across all four conditions). The annotation of a protein
was accepted if mass matching from TOF to FTICR (with ±80
ppm tolerance) and FTICR to LC-MS/MS (with ±5 ppm
tolerance) resulted in one matching protein ID and this in at
least three out of the four FTICR datasets. In cases where two
FTICR peaks were detected in the analogous mass range in the
TOF spectrum, the most intense FTICR peak (>10 fold
higher) within this window was selected for mass matching
with the LC-MS/MS data.

Data Availability

The mass spectrometry proteomics and phosphoproteomics
datasets have been deposited to the ProteomeXchange
Consortium via the PRIDE27 partner repository with the
data set identifier PDX026076.

■ RESULTS

Changes in protein expression and protein phosphorylation
during IR of the human intestine were studied by combining a
quantitative MS-based (phospho)proteomics approach with
imaging MS. The dynamic (phospho)proteome during IR was
investigated by analyzing tissue samples collected after 45 min
of ischemia (45I), 30 and 120 min of reperfusion (30R and
120R), and in control tissue (Ctrl). A schematic of the

experimental design and data analysis workflow are depicted in
Figure 1.

Proteomics

LC-MS/MS analysis resulted in the identification and
quantification of 2562 proteins. The correlation between
biological replicates was high (Pearson r > 0.9), with the
exception of one 30R sample (r < 0.85), which was therefore
excluded from further analysis (Figure S1). Cluster analysis of
the complete proteome showed that the two main clusters
were represented by 45I and Ctrl samples, on the one hand,
and 30R and 120R samples, on the other hand (Figure S2).
Analysis of dynamic changes in the proteome revealed that the
abundance of 239 proteins was significantly altered during IR
(Table S1). Hierarchical clustering of these differentially
expressed proteins resulted in four main clusters reflecting
distinct temporal expression profiles (Figure 2A) and clearly
distinguished the proteins decreasing (clusters 1 and 2) and
proteins increasing in abundance (clusters 3 and 4) during
reperfusion.

Functional Enrichment Analysis of the Dynamic
Proteome. To gain global functional insight into the changing
proteome during IR, we performed GO term enrichment
analysis of differentially expressed proteins. These proteins
were predominantly involved in processes such as intestinal
absorption and digestion, cell junction organization, and innate
immune responses (Figure 2B). In line with this observation,
overrepresented cellular component GO terms included brush
border and microvillus, actin filament, and cell−cell contact
zone. Proteins in cluster 1 of the changing proteome, showing
a decrease in abundance at 30R, which restored at 120R, were
related to various processes such as protein translation,
including EIF2S2, EIF4EBP1, EIF5B, and the cellular response
to stress, such as HSPA4, TNIK, Nup50, and LAMTOR1.
Protein abundances in cluster 2 decreased during

reperfusion (Figure 2C) and were significantly enriched for
GO terms related to intestinal digestion/absorption, micro-
villus, and cell junction (Table S2). Moreover, network analysis
of the total changing proteome showed interactions of proteins
involved in these GO terms. The majority of interacting
proteins in these networks exhibited the same temporal profile
(cluster 2; Figure 2D, blue fill). Proteins involved in digestion
and absorption included IFABP, LCT, ANPEP, NAALADL1,
and SLC5A1 (Figure 2D, left). Proteins associated with
microvillus organization included actin-bundling proteins such
as VIL1, ESPN, and PLS1, motor protein MYO1A, anchoring
protein EZR, and microvillus−microvillus adhesion molecules
CDHR2 and MYO7B. Other proteins playing a role in actin
filament organization were COBL and MAP7. In addition,
various proteins playing an important role in cell−cell junction
organization were decreased, such as CDH1, CDH17,
CDHR5, CDHR2, AFDN, NECTIN-1, F11R, EpCAM, and
CD2AP and CGN (Figure 2D, right; Table S1).
Cluster 3 showed an opposite expression profile with

increased protein levels during reperfusion. Over-represented

Figure 2. continued

(C) Dynamic profile for proteins in clusters 2 (blue) and 3 (red) is shown, as well as corresponding overrepresented GO terms. (D, E) Protein
networks showing interacting proteins. Networks were generated using STRING. The color of the circle indicates the temporal profile (cluster) of
the protein. Blue line, cluster 1; blue fill, cluster 2; red fill, cluster 3, red line, cluster 4. Color cubes below each protein indicate the Z-score intensity
in Ctrl, 45I, 30R, and 120R, respectively. The majority of proteins in the networks in (D) are located in cluster 2 (blue fill). The majority of
proteins in the network in (E) are located in cluster 3 (red fill).
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GO terms in this cluster were predominantly associated with
the innate immune response, in particular the complement
pathway (Figure 2C). Both regulatory and effector proteins of
the complement cascade were significantly increased at
reperfusion and included C3, C5, C6, C8B, PROS1, and F2,

which were all among the top 20 proteins showing the highest
fold change amongst conditions, and exhibited very similar
temporal profiles. In addition, various proteins in cluster 3
were involved in an extracellular matrix organization, including
COL15A1, COL18A1, FBN1, NID2, ITGA, and JAM3. One

Figure 3. Dynamic phosphoproteome during ischemia−reperfusion in the human intestine. (A) Heatmap visualizing clustering of changing
phosphosites and average temporal profiles for every cluster (a gray area represents CI). Hierarchical clustering was based on Z scores of the log 2
values of differentially expressed proteins. The ANOVA test was performed, and P < 0.05 was considered statistically significant. (B) Functional
enrichment analysis of differentially phosphorylated proteins. Over-represented gene ontology (GO) terms are shown (P < 0.05). The size of the
dot correlates with the number of proteins linked to that GO term, as indicated in the legend. Red, GO biological processes; blue, GO cellular
component, gray, GO molecular function. (C) Networks of highly interconnected phosphoproteins related to overrepresented terms of Cell
junction and RNA splicing. (D) Heat maps of single phosphosites related to different biological processes. Showing the Z scores of the averaged
log 2 intensities for each condition.
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of the protein interaction networks, resulting from network
analysis of the complete changing proteome, contained mostly
proteins of cluster 3 and showed interactions of complement
proteins and proteins related to extracellular matrix organ-
ization (Figure 2E, red fill).
Proteins in cluster 4 gradually increased in abundance during

ischemia and reperfusion and were involved in a variety of
biological processes without a clear overrepresentation, and
included the metabolism of amino acids, metabolism of
nucleotides, post-translational protein modification, and
cellular response to stress. Interesting proteins in this cluster
include CYGB, SQSTM1, and CASP1.
In addition to the protein interaction networks that could be

linked to clusters 2 and 3, another network showed
interactions of proteins located in all four clusters and thus
showing distinct temporal profiles (Figure S3). These proteins
were associated with the cellular response to stress, protein,
and RNA metabolism.

Phosphoproteomics

LC-MS/MS analysis resulted in the identification and
quantification of 1802 phosphosites derived from 1214
proteins (whole phosphoproteome). The observed distribution
of phosphosites was 90% phosphoserine, 9.8% phosphothreo-
nine, and 0.2% phosphotyrosine (Figure S4A). The majority of
these phosphosites had a high localization probability score,
indicative of accurate localization of the phosphorylated
residue in the peptide backbone (Figure S4B). In total, 305
phosphosites on 162 proteins showed a significant change
during IR (dynamic phosphoproteome) (Table S3)
Prediction of the Kinases Responsible for Detected

Phosphorylation. A kinase enrichment analysis for all
detected phosphosites was performed to get an overview of
which kinases were potentially active during IR. Here, 279
detected phosphosites were mapped to putative effector
kinases (Figure S4C). Some of these kinases, such as GSK3B
and casein kinase II, are constitutively active and participate in
a myriad of cellular processes. We also predicted the activity of
cyclin-dependent kinases (CDK), namely, CDK1 and CDK2,
both involved in cell cycle control. Finally, we detected
putative targets of the mitogen-activated protein (MAP)
kinases MAPK9 (JNK2) and MAPK10 (JNK3), part of the
JNK signaling pathway, and MAPK14 (p38α), part of the p38
MAP kinase pathway, which are both activated in response to
cellular stress. The full list of targets related to each of these
kinases are listed in Table S4.
Kinase enrichment analysis that focused on the 305

significantly regulated phosphosites (Table S3) and mapped
47 phosphosites to potential effector kinases (Figure S4D).
Notably, putative substrates of several MAP kinases, like
MAPK9 (JNK2), MAPK3 (ERK1), MAPK13 (p38δ), and
MAPK8 (JNK1) were present. Dynamic phosphosites linked
to casein kinase II and CDKs were detected as well. The full
list of phosphosites and predicted effector kinases can be found
in Table S5.
Clustering and Motif Enrichment of the Dynamic

Phosphoproteome. Hierarchical clustering of altered
phosphosites resulted in six distinct groups and revealed a
highly dynamic regulation of protein phosphorylation during
the course of ischemia and reperfusion (Figure 3A). In contrast
to the global proteome, phosphorylation changes occur rapidly,
already following ischemia. Kinases recognize their substrate
partly through certain sequence motifs near the phosphor-

ylation site, and some of these motifs are associated with
specific kinases. Motif analysis revealed differences in its
composition amongst clusters (Figure S5). First, we observed
that proline-directed phosphorylation comprised almost half of
the significantly changed phosphosites (144 out of 305). These
were spread across all six clusters. Amongst the nonproline-
directed motifs, the clusters 1, 2, 5, and 6 showed
predominantly acidic motifs characterized by the presence of
aspartic and glutamic acid. Cluster 3 showed basic residues
upstream of the phosphorylation site, and cluster 4 was mostly
comprised of proline-directed phosphosites. These results
show how the activity of different kinases changes during the
different stages of IR injury.

Functional Enrichment Analysis of the Proteins with
Significantly Regulated Phosphorylation. In general,
differentially phosphorylated proteins were involved in the
regulation of mRNA processing and RNA splicing, supra-
molecular fiber organization/cytoskeleton, and cell junction
organization (Figure 3B). Related molecular functionse.g.,
RNA polymerase binding and actin bindingand cellular
componentse.g., spliceosomal complex, actin cytoskeleton,
and adherence junctionwere overrepresented as well. In
contrast to the changing proteome, the GO analysis per cluster
revealed that differentially phosphorylated proteins related to
the same biological process appeared in different clusters
(Table S6). Moreover, changing phosphosites from the same
protein were represented in different clusters, for instance,
phosphosites on MISP (clusters 2−5) or SRRM2 (clusters 1,
3, 5) (Table S3).
Next, similar to the proteome data, we explored the

connectivity and association of dynamically phosphorylated
proteins. The network analysis showed that many of the
phosphorylated proteins were related to either cell junctions or
RNA splicing, forming discrete networks of highly inter-
connected proteins (Figure 3C). This highlights that proteins
related to these two biological processes are highly regulated
by phosphorylation during IR.
Altered phosphorylation of RNA splicing factors was

observed for various serine/arginine proteins, including
SRRM2, SRRM1, and SRSF2 (Figure 3D). In addition, several
heterogeneous nuclear ribonucleoproteins were found to show
changes in phosphorylation and included HNRNPK and
HNRNPC (Figure 3D). Differentially phosphorylated proteins
related to cell junction organization included cadherin-
associated CTNND1, scaffolding proteins such as ZO-1
(TJP1), and other proteins contributing to cell adhesion and
related cytoskeleton organization, including CTTN, DSP, and
SYNPO2 (Figure 3D). Phosphorylated proteins associated
with supramolecular fiber organization included STMN1 and
ESPN.

Exploration of Specific Phosphosites with Known
Functionality. After focusing on the proteins that displayed
dynamic phosphorylation during IR, we next explored our data
for phosphosites with a previously studied functionality. By
applying PTM-SEA to all of the phosphosites detected, various
signatures were found to be regulated during IR injury (Figure
S4E). Overall, control and ischemic samples showed a lower
expression of phosphosites related to the growth factor
response (e.g., EGF treatment and ERK2/MAPK1 signature)
and cell division (e.g., CDK1 and CDK2 signatures), with the
lowest intensities observed during ischemia. In contrast, 30
min reperfusion presented a high intensity of phosphosites
related to growth factor stimulus. A similar trend was observed
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for CDK targets, which were highly phosphorylated during the
reperfusion conditions when compared to the control and
ischemic samples.
When looking at the individual trend of biologically relevant

phosphosites belonging to these signatures, we encountered
phosphorylation on transcription factor ATF2, namely, T69
and T71, to be upregulated upon ischemia, peaking at 30 min
reperfusion and dropping at 120 min (Figure 3D). On the
other hand, phosphorylation on the ribosomal protein RPS6, a
known marker of active translation, increased drastically at 30
min reperfusion. Potential targets of MAP kinases and CDKs
were upregulated during reperfusion times, such as S405 and
S418 of CTTN and S25 and S38 of STMN1 (Figure 3D). The
latter two proteins are related to cytoskeleton organization.
Proteins Showing Regulated Phosphosites as well as

Significant Alterations in Abundance. When looking at
the overlap between the proteome and the phosphoproteome,
we found that twenty-two of the differentially phosphorylated
proteins were also found to be significantly changed in
abundance at the protein level. Among these overlapping
proteins, a major part (16/22) was located in cluster 2 of the
changing proteome, and hence these proteins showed a
decrease in abundance during reperfusion and the majority
was related to cell junction and cytoskeleton (e.g., CDHR5,
CTTN, CGN, MYO7B, and ESPN) and digestion/absorption

(e.g., LCT, SLC9A3R). For these 16 proteins, almost half of
the phosphorylation changes occurred already at 45I (27
changing phosphosites in clusters 1, 2, 5, and 6 versus 29
altered phosphosites in clusters 3 and 4), indicating that
alterations in phosphorylation preceded a decrease in their
abundance.

On-Tissue Imaging of Tryptic Peptides Using MALDI-TOF
MSI

Next to IR-induced proteomic changes in whole tissues, we
explored histological region-specific protein changes. High-
speed MALDI-TOF MSI enabling bottom-up tissue proteo-
mics experiments were performed on a total of 36 tissue
sections belonging to nine patients (four experimental
conditions per patient: Ctrl, 45I, 30R, 120R). Prior to imaging,
proteins underwent tryptic on-tissue proteolysis. As digestion
efficiency greatly influences signal intensities of tryptic
peptides, a spot of cytochrome c was added to each slide as
a quality control,28 and its digestion profile was used to detect
outliers. Based on PCA analysis of the average cytochrome c
mass spectrum, one out of nine patient datasets was excluded
from analysis (Figure S6). Figure 4A shows the average peptide
spectrum across all control tissues.

MALDI-TOF MSI of Distinct Histological Structures in
the Human Small Intestine. We first compared peptide

Figure 4.MALDI-TOF MSI of distinct histological structures in the human small intestine. (A) Average mass spectrum of whole tissues (Ctrl). (B)
H&E staining showing annotation of histological layers, mucosa, submucosa, and muscle. See also Figure S7 for region annotations in all tissues.
(C) Heatmap visualizing intensity differences for average mass spectra obtained from mucosa, submucosa, and muscle layers of the small intestine.
Individual peptide images of m/z values with specific localization in (D) mucosa (m/z 886.5 ± 0.2 Da), (E) muscle (m/z 1198.7 ± 0.2 Da), (F)
submucosa (m/z 840.5 ± 0.2 Da), and blood vessels (m/z 1274.6 ± 0.2 Da). All peptide images were generated from TOF-MSI data.
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distributions with the tissue’s histology to evaluate the
potential of MALDI MSI to detect region-specific IR-induced
protein changes. After MALDI MSI, tissue sections were H&E-
stained, and optical scans were coregistered to the MSI images.
Histological regions were annotated in the H&E images
(Figure 4B and S7) and heat maps of average mass spectra
acquired from mucosa, submucosa, and muscle regions showed
distinct peptide profiles for the different histological regions
(Figure 4C). In addition, individual peptide images showed
specific localization in distinct intestinal tissue structures. For
example, m/z 866.5 was located in the mucosa region (Figure
4D) and m/z 1198.7 in muscle (Figure 4E). In addition, m/z
840.5 was found to be associated with connective tissues of the
submucosa layer but also surrounding muscle tissue (Figure
4F), and m/z 1274.6 was specifically located in blood vessels
(Figure 4G). To identify region-specific IR-induced protein
changes, we performed subsequent analysis for each histo-
logical layer separately. Since 10 out of 32 tissues did not
contain muscle in the analyzed section (Figure S7), statistical
analysis could not be performed for the muscle layer.
IR-Induced Changes in Mucosa and Submucosa. In

the context of IR injury, we are particularly interested in the
mucosa layer as this is the most susceptible to damage. PCA
analysis of mucosa regions revealed the highest similarity
between Ctrl and 45I conditions, on the one hand, and
reperfusion conditions (30R, 120R) on the other hand (Figure
5A), which is congruent with the clustering of the LC-MS/MS
proteomics data. Peak picking resulted in 319 peptide signals
to be included for statistical analysis, of which 154 m/z values
were found to be significantly changing in intensity during IR
(Table S7). In general, signal intensities were either gradually
correlated or anticorrelated to the IR sequence (Ctrl-45I-30R-

120R). Remarkably, a decreasing intensity gradient was
observed predominantly for peptides in the lower mass range
(m/z < 1500), whereas peptides in the higher mass range (m/z
> 1500) showed an increasing intensity gradient (Table S7).
Images of the peptides with the 10 highest fold changes
showed mucosa-specific localization and a decreasing abun-
dance during IR in most of the patients (Figure 5C-II, all
tissues in Figure S8A−D). Two of these were among the top
10 peaks with the highest intensity (Figure S8C,D).
Interestingly, some peptides show a distribution shift from
the whole mucosa in Ctrl toward the villus tips after 120R, as
shown in Figure 5C-III (Figure S8A). The peaks with an
increasing intensity gradient appeared to be mostly low-
intensity peptides, expressed in all histological layers.
PCA analysis of submucosa regions resulted in a slightly

different grouping of samples compared to the mucosa (Figure
5B). In total, 185 peptide signals were found to be significantly
changed between IR conditions, and all showed a decreasing
intensity gradient (Table S8). Looking at peptides exhibiting a
high-fold change, only a few showed specific localization in the
submucosa layer (Figure 5C-IV, all tissues in Figure S9A,B).
Images of high-intensity peptides better represented sub-
mucosa-specific peptide changes (Figure S9C,D).

Protein Identification of Relevant Peptides Obtained from
MALDI-TOF MSI Analysis

To link the MALDI-TOF MSI data (R = 15 000 at m/z 1000)
of peptides to the LC-MS/MS protein identifications, we used
MALDI-FTICR MSI measurements (R = 200 000 at m/z
1000) as an intermediate step to obtain more accurate mass
descriptions of the peptides of interest. With regard to the
mucosa, 75 out of 154 significantly changing m/z values from

Figure 5. Region-specific changes in response to ischemia−reperfusion. Principle component analysis of (A) mucosa regions and (B) submucosa
regions. (C) H&E staining (I) and peptide images showing high-fold change peptides in the mucosa (II, III) and submucosa (IV). Corresponding
graphs show intensity data for all patients (presented peptide images correspond to a red line in the graph). All peptide images were generated from
TOF-MSI data for the indicated m/z values ±0.2 Da. See also Figures S8 and S9 for peptide images from all samples.
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TOF-MSI could be matched to one or more peaks in the high
mass resolution FTICR data. Matching these accurate m/z
values to the LC-MS/MS (phospho)-proteome data enabled
annotation of 10 proteins (Table S9). Performing the same
analysis for the submucosa data resulted in 96 matched FTICR
m/z values and in the annotation of 11 proteins (Table S9).
None of the annotations were based on matched phosphopep-
tides. We next highlight a selection of proteins of interest,
showing layer-specific localization (peptide images can be
found in Figure S10).
Remarkably, among annotated proteins significantly chang-

ing in the mucosa, three proteins (ELAV1, SNRNP70, and
HNRNPC) were associated with mRNA splicing and
processing. Peptide signals belonging to these proteins were
mucosa-specific and had the highest intensity in the control
sample, which decreased during the IR sequence (Figures 6-II

and A−C). Images of complement C5 showed localization
specifically in the mucosa layer. The decreasing intensity
during IR was accompanied by a distribution shift toward the
villus tips (Figure 6-III) and expression in villus debris in
reperfusion samples (Figure S10D). Interestingly, for comple-
ment C7, a decreasing intensity (P < 0.01) in submucosa was
accompanied by an increase in the mucosa layer (P = 0.02).
Peptide images confirm this distribution shift (Figures 6-IV
and S10E). The collagen-α-2(I) chain, a structural constituent
of the extracellular matrix, exhibited a significant down-
regulation in the submucosa (Figures 6-V and S10F).

Imaging MS and Quantitative MS-Based Proteomics are
Complementary Methods

When comparing imaging MS with LC-MS/MS proteomics
results, only two (Nup50, complement C5) of the 22

Figure 6. Selection of annotated proteins using MALDI-TOF MSI in combination with FTICR and LC-MS/MS. H&E staining (I) and peptide
images from one patient are shown for indicated m/z values, which were annotated as ELAV-like protein (II), complement C5 (III), complement
C7 (IV), and collagen α2(I)chain (V). Graphs show intensities for all patients in the mucosa (left) and/or submucosa (right) in case the m/z was
differentially expressed in the respective layer. Intensities corresponding to the presented peptide images are shown in red. All peptide images were
generated from TOF-MSI data for the indicated m/z values ±0.2 Da. See also Figure S10 for peptide images from all patient samples.
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annotated proteins overlapped with the list of significantly
changed proteins based on LC-MS/MS analysis. Nevertheless,
the proteins found to be changed in MSI experiments were
involved in processes that were over-represented among
differentially expressed proteins in LC-MS/MS analysis. Figure
7 summarizes and connects the most important results of this
study.
Over-represented processes in the changing proteome

(blue), phosphoproteome (red), or both (blue-red) are
highlighted, and images of significantly changed peptides and
corresponding annotated proteins are shown with arrows
pointing toward the corresponding process (red, mucosa; blue,
submucosa). The overview shows that the applied methods
complement each other; insight into the different regulated
processes in the global (phospho)proteome is accompanied by
partially overlapping spatial information provided by MSI.

■ DISCUSSION

Here, we present a comprehensive study of the proteome and
phosphoproteome in combination with MALDI MSI to
unravel protein alterations during IR of the human intestine.
LC-MS/MS-based (phospho)proteomics resulted in the
identification and quantification of thousands of proteins and
phosphosites and enabled thorough functional enrichment and
interaction network analyses. We showed that proteins related
to the intestinal absorption, microvillus structure, and cell
junction were decreased in abundance after IR, whereas
proteins involved in innate immunity were increased in
abundance. Phosphoproteome analysis revealed regulation of
RNA splicing events and cytoskeletal/cell junction organ-
ization and suggested MAPK and CDK families to be active

kinases during IR. In addition, MALDI MSI enabled the
identification of mucosa-specific protein changes as well as
alterations in protein distribution, for instance, a shift in
localization of complement C5 during the course of IR.
Functional Interpretation of the Dynamic Proteome in
Intestinal IR

Functional enrichment analysis of the dynamic proteome
during IR revealed that proteins showing a decrease in
abundance during reperfusion were overrepresented for GO
terms related to the microvillus/cell junction/cytoskeleton.
Proteins showing an increase during reperfusion were related
to the innate immune response. Functional interpretation of
the changing proteome will be discussed per cluster.
The downregulation of various translation initiation factors

(EIF2S2, EIF4EBP1, EIF5B) suggests that protein translation
is inhibited in the early reperfusion phase. Inhibition of
translation initiation is one of the cytoprotective mechanisms
of the unfolded protein response,29 which is induced in
response to proteotoxic stress in the ER and known to play an
important role in IR injury.8 Interestingly, we observed a
decrease in abundance of HspA4, a member of the Hsp70
family, which act as chaperones and is known to be induced in
response to proteotoxic stress and protect cells from its
harmful effects.30 We speculate that acute IR-induced oxidative
stress depleted the Hsp70 protein at 30R, which was rapidly
recovered by IR stress-induced transcription of Hsp70s.31

Another stress-response related protein showing decreased
abundance was Nup50, which has a direct role in nuclear
transport and is known to be sensitive to different stressors,
including oxidative stress.32 A reduction in TNIK, which acts
as a critical activator of Wnt targets,33 suggests that this kinase

Figure 7. Summary of MS-based proteome and phosphoproteome functional enrichment analysis and imaging MS data showing that these
methods complement as well as support each other. Overview summarizing regulated processes during IR based on the dynamic proteome (blue)
and phosphoproteome (red) or both (blue-red). Processes that were shown to be significantly enriched are indicated in bold. Peptide images show
significantly changing peptides, specifically located in the mucosa (red arrow) or submucosa (blue arrow). The annotated proteins were related to
indicated processes (arrow). The overview image was adjusted from ReacFoam format (Reactome.org). C5, complement 5; C7, complement 7;
SNRNP70, small nuclear ribonucleoprotein U1 subunit 70; HNRNPC, heterogeneous nuclear ribonucleoprotein C; ELAV1, ELAV-like protein 1;
and COL1A1, collagen 1 α2 (I) chain.
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may play a role in the inhibition of proliferation during IR-
induced cellular stress.
The decreased abundance of proteins involved in intestinal

digestion/absorption and related to microvillus and cell
junction organization likely reflects the loss of villus tips as a
consequence of reperfusion injury. This group of proteins
included many structural proteins of intestinal microvilli and
also brush border enzymes and transporters for nutrient
absorption. Our group has previously described how IR-
induced destruction of the intestinal epithelium led to the
contraction of the epithelial sheets and shedding of the
damaged villus tips, which resulted in reduced length of the
villi.6 Reorganization of the actin cytoskeleton and accumu-
lation of F-actin at the basal side of enterocytes enabled this
protective mechanism. The actin cytoskeleton is tightly
anchored to the lateral membranes by cell−cell junction
complexes. This interaction between the cytoskeleton and the
cell junction is crucial for the integrity of the epithelial barrier
and changes in the organization of either one affect the other
and may contribute to gut barrier disruption,34 which is known
to occur in inflamed and injured intestine35 and cardiac IR.36 A
decreased abundance of the cytosolic IFABP protein in the
villus is a well-known consequence of intestinal IR.5 The loss of
the enterocyte membrane integrity results in the release of
IFABP into the circulation and has been shown to be a useful
serological biomarker for intestinal IR injury.37−39

Functional enrichment analysis of the cluster of proteins
exhibiting increased expression during reperfusion (cluster 3)
strongly indicates activation of the innate immune response
upon reperfusion of the ischemically damaged intestine and
points in particular to a crucial role of the complement system,
as also demonstrated by the presented network of
interconnected proteins in this cluster. Activation of the
complement system has been well-documented in animal
models of intestinal IR.40−43 In addition, our group has
previously reported complement activation after IR in the
human intestine.7 In that study, high amounts of complement
activation product C3c were detected in the luminal debris of
shed enterocytes but not in mucosal tissue, whereas native C3
was present in the tissue.7 Interestingly, our MSI data show
that C5 expression shifted toward the villus tips and that C5
was almost absent in the mucosal tissue itself during
reperfusion. The decrease of complement C5 in the mucosa
layer seems contradictory to the quantitative proteomics data,
showing an overall increase in complement proteins. This
discrepancy may be explained by homogenization of whole
tissue, including the luminal debris that may contain
complement proteins, for proteomics analysis. Images of C7,
on the other hand, showed increased abundance in the mucosa
layer together with a decrease in submucosal expression. It
should be noted that we cannot verdict on actual complement
activation, as our proteomics analysis could not distinguish the
native and active forms of complement factors. Our findings
shed new light on the importance of the complement system in
IR of the human intestine and could give rise to further studies
investigating the activation of complement and its role in
human intestinal IR. To date, the potentially protective effects
of complement inhibition during intestinal IR have been
investigated in animal models only.41−43 Moreover, these data
underline the strength of combining LC-MS/MS data giving
robust and reliable quantitative data and MS images exposing
changes in protein localization. An alternative spatial
proteomics approach that could be very useful to identify

and quantify peptides in a specific tissue area is laser capture
microdissection of the area of interest followed by LC-MS/MS
analysis.44,45

Furthermore, both LC-MS/MS and MSI approaches point
to changing ECM organization during IR, which is in
accordance with our previous proteomics analysis of hypoxia-
reoxygenation in a human intestinal organoid model.46

Interestingly, network analysis indicated interconnection of
proteins directly related to innate immunity and ECM
proteins. Unbalanced ECM remodeling, and associated altered
expression of ECM proteins, are a well-known feature in
inflammatory bowel disease (IBD).47 Immune activation and
inflammation are known to induce both the degradation and
synthesis of the ECM. The interplay between inflammation
and the ECM is a dynamic process in which ECM alterations
can also actively promote inflammation and contribute to
disease progression in IBD.48 The observed alterations in the
expression of ECM proteins, both quantitatively and in peptide
images, may reflect remodeling of the ECM as a result of IR-
induced inflammation.
The small cluster of proteins that gradually increased during

IR (cluster 4) contained proteins involved in a variety of
processes. Cytoglobin, which has an important role in oxygen
transport, was significantly increasing during IR and has been
shown to be protective against IR injury in other organs.49,50

Interestingly, the increase in the caspase-1 protein may point
to the promotion of pyroptosis, a pro-inflammatory form of
programmed cell death, which is initiated by caspase-1, and has
recently been shown to play a role in murine intestinal IR
injury.51

Dynamic Phosphoproteome

Protein phosphorylation and its regulation by kinases and
phosphatases play a key role in the regulation of cellular
functions, and changes in phosphorylation can be a cause as
well as a consequence of a variety of diseases.52 By analyzing
our data with a combination of phosphosite- and protein-
centric approaches, we identified dynamic protein phosphor-
ylation events that regulate specific biological processes, and
hence are expected to play an important role in the cellular
response to IR.
Hierarchical clustering accompanied with motif analysis per

cluster revealed the dynamic nature of protein phosphorylation
during IR. The majority of phosphosites are proline-directed,
which suggests that they are potential targets of a variety of
kinases, from CDKs to MAP kinases.53,54 In the case of IR, it is
very likely that many of the regulated phosphosites are targets
of MAP kinases such as JNK and p38, which are activated by
cellular stress and thus their targets are expected to locate to
clusters showing upregulation after IR (clusters 1, 3, 4, 5).
Indeed, phosphosites of STMN1 (S25, S38), ATF2 (T69,
T71), and CTTN (S405, S418), which are proposed targets of
either JNK or p38 (Table S5), locate to clusters 3 and 4, which
contain phosphosites that appear upregulated during reperfu-
sion. Proline-directed phosphosites could also be targets of
MAP kinases related to growth and survival, like ERK1/ERK2.
We found that phosphorylation of ERK2 on T185 and Y187,
which are indicative of kinase activation,55 were located in
cluster 4, which suggests that ERK2 is highly active shortly
after reperfusion. Cluster 5, which exhibits upregulated
phosphosites at 45I, is predominantly comprised of nonpro-
line-directed phosphosites, which suggests that kinases other
than MAPK are likely to be active during ischemia. Overall, the
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differences in dynamics and motif composition amongst
clusters suggest that protein phosphorylation response to IR
is complex and comprises different effector kinases acting at
different stages.

Phosphorylation Dynamics and Its Relation with Signaling
Pathways

We further examined which kinases may be responsible for the
protein phosphorylations by analyzing how phosphosite
dynamics relate to signatures of specific kinases or signaling
pathways. As expected, we observed that most potential MAPK
and CDK targets tend to decrease during ischemic conditions,
followed by a drastic increase during reperfusion. However,
when looking into specific phosphosites with known biological
functions, we highlighted some examples displaying interesting
trends. One of these is the phosphorylation of ATF2, a
transcription factor regulating cell growth and survival, on T69
and T71, which are known targets of MAP kinases in response
to both cellular stress and growth factors.56 Both phosphosites
showed increased intensity upon ischemia and peaked at 30R,
which equals induction of ATF2 transcription activity.57−59

This is in line with previously reported increased ATF2
binding activity in renal IR.60 It is conceivable that stress-
responsive MAP kinases (JNK and/or p38) induce phosphor-
ylation during ischemia, which is subsequently boosted by
other MAP kinase activity (e.g., ERK1/ERK2) in response to
growth factors upon reperfusion.61

In addition, we identified protein phosphorylation events
known to regulate protein translation, namely, S235 and S236
phosphorylation on RPS6, an important ribosomal protein that
is regulated by kinases responsive to growth factors.62,63 As
these phosphosites on RPS6 promote assembly of the
preinitiation complex,64 our data indicate translation seemed
to be inhibited during ischemia and resumed upon reperfusion.
The latter supports our findings in the proteome data, where
proteins involved in translation appeared to decrease in
abundance early in reperfusion and then recover after 120R.

Functional Interpretation of Changes in the
Phosphoproteome

Through GO enrichment analysis, we found that most of the
phosphorylation-regulated proteins were involved in RNA
splicing and cell junction/cytoskeleton organization. This is
consistent with a previous phosphoproteome study in a swine
model for cardiac IR, reporting that the majority of
phosphoprotein alterations were involved in RNA processing
and cell junction.65

Pre-mRNA splicing is executed by the spliceosome. The
phosphorylation state of splicing factors is crucial for the
correct regulation of their function and organization and for
the formation of the spliceosome complex.66 Splicing factors
exhibited increasing as well as decreasing phosphorylation
(clusters 1 and 5), suggesting that both phosphorylation and
dephosphorylation events play a role in the regulation of RNA
splicing, which has been shown previously.67 In addition to the
role in constitutive splicing, phosphorylation acts as a major
player in the regulation of alternative splicing,68 a process that
95% of human genes undergo, and is considered an important
mechanism in pathological cellular processes.69 Accumulating
evidence indicates that pre-mRNA splicing plays an essential
role in the adaptation to hypoxic stress.70−72 Hypoxia-induced
alternative splicing of, for example, VEGF, Bcl-x, BNIP3, and
CAIX, changes gene expression patterns to enhance prolifer-
ation and survival.71 This may explain the ischemia-induced

changes in phosphorylation of splicing-related proteins in our
model. Furthermore, stress-activated MAP kinases such as JNK
and p38, which are activated during IR, can indirectly
modulate splicing by phosphorylation of selected splicing
factors.73 In addition to the phosphorylation changes in
splicing factors, MSI results showed a locally decreased
mucosal intensity of peptides annotated as spliceosome
component SNRNP70 and RNA binding proteins ELAV1
and HNRNPC, which play a role in RNA splicing. This further
supports the regulation of splicing events during IR.
A substantial part of phosphorylation-regulated proteins was

related to cell junction and cytoskeletal organization. In
contrast to the decrease in abundance of these proteins
following reperfusion, changes in phosphorylation exhibited
various temporal profiles, including phosphosites that were
regulated immediately after ischemia. Regulation of cell
junction proteins by phosphorylation plays an important role
in the assembly and disassembly of adherence junctions.74 The
latter are known to interact with the actin cytoskeleton of
adjacent cells, suggesting that the dynamic phosphorylation of
junctional and cytoskeletal proteins during IR likely affects its
organization and integrity. Interestingly, we detected some
specific phosphosites with a known function in the regulation
of cytoskeleton organization, which showed an increase during
reperfusion. Cortactin (CTTN) phosphorylation on S405 and
S418 is associated with cytoskeleton reorganization,75,76 and
STMN1 phosphosites S16, S25, and S38 are linked to
polymerization of the microtubule cytoskeleton.77 Together,
these findings suggest that increased phosphorylation of
junctional proteins upon reperfusion may be related to the
reorganization of the cytoskeleton during IR of the human
intestine.6

MSI Data Interpretation and Limitations

The clustering of control and ischemia samples, on the one
hand, and reperfusion samples, on the other hand, was
comparable for MSI and proteome data. However, the fact that
for MSI, the peptides in the lower mass range exhibited a
decreasing gradient, and those in the higher mass range an
increasing intensity gradient may suggest that enzymatic
digestion efficiency was affected negatively by ischemia and
an increasing reperfusion time. While these results have to be
interpreted with care, we can speculate that IR-induced
changes in endogenous proteolytic enzymes may affect
digestion efficiency. This is supported by animal studies
which have shown that during IR, pancreatic enzymes from the
intestinal lumen leak into the intestinal wall, resulting in self-
digestion.78,79

Where LC-MS/MS proteomics is a well-established and
robust technology, MSI methodologies are evolving rapidly.
One of the existing challenges of tryptic peptide MSI is the
identification of the corresponding proteins. Here, we assigned
MSI-detected peptides to protein data from LC-MS/MS
analysis of the same tissue samples. A trade-off between
speed, sensitivity, and mass resolution made us decide to use
MALDI-TOF MSI for the screening of the 36 tissue samples
and to perform additional MALDI-FTICR measurements only
as an intermediate step to aid in the identification process
because of their higher mass accuracy. When compared to
phospho- and global proteomics, MSI identification results
were sparse. There are several explanations for this. First, the
number of peptide signals is relatively low in MSI analysis due
to the mass resolution of the TOF system and the lack of an
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additional dimension of separation. This low mass resolution
was also the major limiting factor for the identification of the
peptide signals since about 30% of the TOF peaks could be
further resolved into at least two peptide signals in the FTICR
spectrum. We therefore assume that the use of high-resolution
MALDI MSI for all tissue sections would have significantly
increased the number of identified (phospho)peptides,
although it is more time-consuming. Another factor that limits
identification is the use of different ionization methods (ESI
for LC-MS/MS versus MALDI in MSI), which inherently
limits the overlap between the detected peptides. Despite these
detrimental factors, the proteins annotated to significantly
changing peptides with our MSI analysis were related to the
same processes that were shown to be altered in our
quantitative proteomics analysis, supporting the coherence
between the different types of data used. For further studies,
MSI- and/or morphology-guided laser microdissection could
be performed and analyzed by LC-MS/MS.44

■ CONCLUSIONS
Altogether, we identified IR-induced alterations in abundance,
phosphorylation, and distribution of proteins, which expanded
our understanding of the molecular events that occur during IR
in the human intestine. In addition, the study highlights the
strength of the complementary use of different MS-based
methodologies.
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