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Abstract: SUMOylation is a reversible posttranslational modification pathway catalyzing the
conjugation of small ubiquitin-related modifier (SUMO) proteins to lysine residues of distinct target
proteins. SUMOylation modifies a wide variety of cellular regulators thereby affecting a multitude of
key processes in a highly dynamic manner. The SUMOylation pathway displays a hallmark in cellular
stress-adaption, such as heat or redox stress. It has been proposed that enhanced cellular SUMOylation
protects the brain during ischemia, however, little is known about the specific regulation of the
SUMO system and the potential target proteins during cardiac ischemia and reperfusion injury (I/R).
By applying left anterior descending (LAD) coronary artery ligation and reperfusion in mice, we detect
dynamic changes in the overall cellular SUMOylation pattern correlating with decreased SUMO
deconjugase activity during I/R injury. Further, unbiased system-wide quantitative SUMO-proteomics
identified a sub-group of SUMO targets exhibiting significant alterations in response to cardiac
I/R. Notably, transcription factors that control hypoxia- and angiogenesis-related gene expression
programs, exhibit altered SUMOylation during ischemic stress adaptation. Moreover, several
components of the ubiquitin proteasome system undergo dynamic changes in SUMO conjugation
during cardiac I/R suggesting an involvement of SUMO signaling in protein quality control and
proteostasis in the ischemic heart. Altogether, our study reveals regulated candidate SUMO target
proteins in the mouse heart, which might be important in coping with hypoxic/proteotoxic stress
during cardiac I/R injury.
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1. Introduction

Acute coronary occlusion is a leading cause of morbidity and mortality in western countries
according to the world health organization [1]. Revascularisation and reperfusion are the current state
of the art treatments for patients, however, this can induce further deterioration of the myocardium
known as ischemia/reperfusion (I/R) injury [2,3]. Much progress has been made to identify the
underlying molecular mechanisms associated with cardiac I/R injury [4,5], nevertheless, very few new
drugs were derived from such efforts. Accordingly, there is an urgent need to develop new therapeutic
approaches for effective cardioprotection during ischemia and reperfusion.
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Post-translational modification (PTM) of proteins with small ubiquitin-like modifiers (SUMOs)
controls important cellular pathways and functions as a powerful regulatory switch in entire tissues,
including also the developing and adult heart [6,7]. In mammalian cells, SUMO is expressed as an
immature precursor [8]. After the C-terminal diglycine motif is exposed via proteolytic processing
by SUMO specific isopeptidases (SENPs) [8-10], SUMO forms get conjugated to lysine residues of
proteins through an enzymatic cascade (E1, E2, E3) in an ATP dependent process. SUMO1 shares
about 50% amino acid sequence identity with SUMO2 and SUMO3, which are distinguished just
by a few amino acids [11]. Like ubiquitin, SUMO, in particular SUMO2/3, can also form polymeric
chains on its substrates [8]. Chain formation can prime substrates for subsequent ubiquitination and
proteasomal degradation by SUMO-targeted ubiquitin ligases, such as RNF4 and RNF111 [12-14].
In general, SUMOylation modifies hundreds of mainly nuclear, but also extra-nuclear proteins and is
thereby able to alter protein-protein interactions, protein activities or their cellular distribution in a
highly dynamic manner. The best characterized deSUMOylating enzymes belong to the SENP family.
In humans, six different SENPs are known (SENP1-3, SENP5-7), which all share a conserved catalytic
domain, consisting of a typical cysteine protease catalytic triad [8,9,15]. While SENP1 and SENP2
cleave both SUMO1 and SUMO2/3 conjugates, SENP3, 5, 6 and 7 are mainly specific to SUMO2/3 with
SENP6/7 preferentially trimming SUMO chains [8,9].

The important role of the SUMO system in cardiac development and the pathomechanism of
heart failure has been demonstrated by cardiac specific genetic modulation of the SUMO machinery
(i.e., SUMOs, conjugation enzymes and SENPs) [7], but the role of SUMOylation in cardiac I/R injury
has remained largely elusive [16-20].

Whereas previous studies concentrated mainly on the altered pattern of SUMOylation of individual
proteins in the heart, the SUMO conjugation/deconjugation machinery coordinates signaling networks
by targeting groups of protein functioning in common signaling pathways. Here, we aimed at
analyzing the SUMO system in response to cardiac ischemia and reperfusion by performing an
unbiased system-wide SUMO proteome approach in vivo to gain a global overview about the role of
SUMOylation in the molecular regulation of I/R injury.

Here we provide evidence that the general SUMOylation pattern of proteins is dynamically
regulated in the heart with decreased SENP activities throughout ischemia and reperfusion. Moreover,
we identify several SUMO1 and SUMO2 target proteins in vivo, with a sub-group of proteins showing
a regulated pattern during I/R injury, e.g., hypoxia- or angiogenesis related transcription factors and
proteasome subunits which might be important in coping with hypoxic and proteotoxic stress during
cardiac I/R damage.

2. Results and Discussion

2.1. Cardiac Ischemia Reduces Global Protein SUMOylation and Decreases the Amount and Catalytic Activity
of deSUMOylating Enzymes

To first investigate how ischemia and reperfusion influences the overall SUMOylation pattern of
proteins in mouse heart, we prepared cell homogenates from the left ventricles (LV) of hearts from sham
operated mice or mice exposed to ischemia (30 min) or ischemia/reperfusion injury (I/R, 1 h and 24 h).
Proper conditions of ischemia and reperfusion were controlled by cardiac troponin I (¢cTnl) measurement,
a sensitive marker of cardiac injury and infarct size [21,22], with the highest cTnl levels in mouse
serum after 1 h reperfusion (Figure S1A). Proteins were separated by SDS-PAGE and the SUMO pattern
was analyzed by anti-SUMO immunoblotting (Figure 1A,B and Figure S1B,C). Although the most
prominent SUMOL target protein RanGAP1 showed slightly increased SUMOylation after reperfusion
(Figure 1A), high molecular weight (HMW) SUMO1 conjugates altogether exhibit a significant decrease
after 24 h reperfusion (Figure 1A and Figure S1B). Changes in the SUMO2-conjugated proteins were
more dynamic. Following a transient decrease in ischemia, SUMO2 HMW conjugate levels rapidly
recovered upon reperfusion (Figure 1B and Figure 51C). Lower molecular weight SUMO conjugates
were barely detected on gradient gels (Figure S1B,C). Because SUMO homeostasis is tightly controlled
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by deSUMOylating enzymes of the SENP family [23], we wanted to investigate whether the amount
or activity of SENPs is changed in response to cardiac ischemia and reperfusion. To monitor overall
SUMO deconjugase activity in extracts from murine hearts we performed a fluorescence-based activity
assay using SUMO1- or SUMO2-AMC probes as substrates ([24]; Figure 1C,D). Upon induction of
ischemia and reperfusion, we observed significantly decreased SUMO1- (Figure 1C) - and SUMO2-
specific (Figure 1D) deconjugase activities compared to control. Whereas the SUMO1-specific protease
activities returned almost to normal (Figure 1C), the SUMO2-specific protease activity did not recover
even after 24 h reperfusion (Figure 1D). To determine the activity of distinct SENP family members,
we used hemagglutinin (HA)-tagged SUMO-vinylsulfone (VS) derivatives, which function as active
site-directed probes for SENPs through irreversible covalent modification of their catalytic cysteine
residue [24,25]. When added to a cell extract, active SENPs are labeled by HA-SUMO-VS and can
be detected by anti-HA antibody as distinct bands (Figure S1D,E and Figure 1E,F). Addition of the
alkylating agent NEM to the cell homogenate blocks the activity of SENPs thus serving as a negative
control as visualized by the absence of anti-HA reactive bands in the presence of NEM (Figure S1D,E,
first lane). In cell lysates from control mice, major HA-SUMO1-VS-adducts were detected in a molecular
weight range between 75 and 100 kD likely correspond to SENP1, SENP2 (Figure S1D), while those
between 130 and 180 kD can be attributed to SENP7 and SENP6 (Figure S1D). In case of HA-SUMO2-VS,
a prominent protein band was identified at about 95 kD (Figure S1E). By using anti-SENP3 antibody
for detection we could confirm that this HA-SUMO2-VS bound species primarily corresponds to
SENP3 (Figure 1G and Figure S1F), which functions as the major SUMO deconjugase in the mouse
heart. Although the active HA-SUMO2-VS adduct of SENP3 at 95 kD significantly decreased during
ischemia and reperfusion, no corresponding increase in the inactive SENP3 form at 75 kD was observed
(Figure 1G), suggesting that primarily the protein amount of SENP3 is regulated. Indeed, when total
cell lysates of left ventricles were immunoblotted and probed by SENP3 antibody decreased protein
amount was detected in I/R injury (Figure 1H).



Molecules 2020, 25, 5571 4 0f 18

A SUMO1WB B SUMO2 WB
(kDa)  Sham Isch IR1 I/R24 kDa)  Sham Isch IR1 IR24
220 — - 20— & “ = - ‘
180 —| . 180 —|
RO RSN R 130_" EFEIREREN
100 —| - 100 |
25 | —————— - U0 25—
15 1.5
= £
3 1.0 F 1.0
< - * g T
2 = S =
o o
s 0.5 = 0.5
> >
%] %]
0.0 0.0
Sham Isch IIR1 IR24 Sham Isch IIR1 IIR24
C 1.54 SUMOT-AMC D 5 SUMO2-AMC
1.0 —_ 1.04 .
2 - * 2 R -
o [ -
0.5 0.5
0.04 0.0
Sham Isch I/IR1 IIR24 Sham Isch I/IR1 I/IR24
E 1.5 HA WB (HA-SUMO1-VS) F 15 HA WB (HA-SUMO2-VS)
£ £
= 1.0 = 1.0
g = g .o
= T * = -
2 S -
< 054 < 05
I I
0.0+ 0.0
Sham Isch UR1 R24 Sham  Isch IR1 R24
G SENP3 WB (HA-SUMO2-VS) H SENP3 WB
(kDa) NEM  Sham Isch IR1 1/R24 (kpa)  Sham Isch IR1 IR24
100 [T e s vs e 100 —
75— - I B e S aa e
Vinculin WB (HA-SUMO2-VS) Vinculin WB

15 =
) total g
£ 33 active 2
3 1.0 @ inactive é 1.0 __ .
£ I -
< e S
g h 05
= 0.5 wv 0.
w
%]
0.0 0.0
Sham Isch IIR1 IIR24 Sham Isch IIR1 IIR24

Figure 1. SUMOylation/DeSUMOylation changes dynamically during ischemia and reperfusion
in the mouse heart. (A,B) Whole homogenates (1% SDS buffer) from Sham, ischemic (Isch), and
ischemic/reperfused (I/R, reperfusion time 1h or 24 h) left ventricles (LV) of mouse heart were separated
by SDS-PAGE. Immunoblotting was performed by anti-SUMO1 (A) and anti-SUMO2 antibodies (B).
(C,D) SUMO protease activities in Sham, Isch, I/R1 and I/R24 heart LV homogenates in SEM buffer was
determined by measuring fluorescence signals emitted from liberated AMC substrate (SUMO1-AMC
(C) vs. SUMO2-AMC (D)) over time. RFU: relative fluorescence unit. E-F SUMO protease activities in
Sham, Isch, I/R1 and I/R24 LV heart lysates in SEM buffer was determined by preincubating the lysates
for 15 min at 25 °C with either HA-SUMOI1-VS (E) or HA-SUMO2-VS (F) probes followed by separation
of the homogenates by SDS-PAGE. Western blotting was performed by adding anti-HA antibody.
HA signal was quantified and normalized to vinculin. (G) The HA-SUMO2-VS blot (F) was probed
with anti-SENP3 antibody. As for negative control, homogenates were treated with NEM (10 mM) to
inhibit cysteine protease activity. (H) Whole homogenates (1% SDS buffer) from left ventricles (LV) of
mouse heart were probed by anti-SENP3 and anti-vinculin antibodies. Vinculin was used as loading
control in all cases. Quantification of the respective blots normalized to vinculin are shown. Data are
expressed in mean + SEM, asterisks show significant differences compared to Sham (n = 3, * p < 0.05,
**p <0.01).
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Altogether, we observe dynamic changes in the overall cellular SUMOylation pattern correlating
with decreased SUMO specific isopeptidase (SENPs) activities especially with those of SENP3,
during cardiac I/R injury.

2.2. Identification of SUMO Targets in Murine Heart

To identify SUMO targets in the mouse heart and to follow the dynamics of these targets during
cardiac I/R injury we performed large scale anti-SUMO1 and anti-SUMO2 immunoprecipitations from
mouse hearts under different experimental conditions (Figure 2A). To enrich for SUMO conjugates,
we followed the protocol described by Barysch et al. [26]. After in-gel digestion, tryptic peptides were
analyzed by liquid chromatography (LC) MS/MS, and data from three replicates were quantified by
the MaxQuant label-free quantification (LFQ) algorithm (Figure 2B). Among the 400 to 600 identified
proteins in each experimental condition (Table S1) we classified proteins as high-confidence SUMO
target proteins, if they were at least 1.5-fold (p value < 0.05) enriched in SUMO immunoprecipitates
versus IgG controls or were exclusively found in SUMO immunoprecipitates but not in IgG ones,
in at least two out of three replicates. Applying these criteria we initially identified 73 to 115 SUMO1
and 39 to 53 SUMO2 candidate targets in each experimental condition (Table S1, Figures 52 and S3).
In addition to the baits SUMO1 and SUMO?2, other well characterized SUMO targets, such as RanBP2,
RanGAP1, Ubc9 or PML were highly enriched in anti-SUMO1 or anti-SUMO2 IPs vs. control IPs thus
validating our experimental approach (Figures S2 and S3). To allow for relative quantification of those
proteins, which were exclusively present in SUMO IPs but not IgG control, the MaxQuant imputation
algorithm was applied. 102 proteins were significantly enriched in SUMOL1 IP, whereas 55 proteins were
identified as candidate SUMO2 targets (Figure 3A, Table S1). We recognized an overlap of 35 shared
targets between SUMO1 and SUMO2 immunoprecipitated proteins (Figure 3A). To map functional
and physical relationship of these candidate SUMO targets, we analyzed their interconnections
using the STRING database (Figure 3B, Table S2). The analysis reveals several functionally distinct
clusters of SUMO targets. The largest subgroup of proteins enriched in SUMOL1 IPs are connected to
components of the SUMO machinery and ubiquitin (Ub) proteasome system. For example, the SUMO
E2 Ubc9 (alias Ube2i) as well as SUMO and Ub ligases (TRIM28, PML, RanBP2, Trim 63, 55, and
54 (alias MURFs 1-3)), or the ubiquitin-selective AAA ATPase p97/VCP are identified as bona fide
SUMOL1 targets (Figure 3B and Figure S2). The modifiers Ub and SUMO2 were also found in SUMO1
immunoprecipitates (IPs) (Figure 3B and Figure S2) indicating either co-modification of proteins with
Ub and SUMO or presence of hybrid SUMO1-SUMO2/3 and SUMO-Ub chains. SUMO-Ub hybrid
chains are typically generated in response to proteotoxic stress by the StUBL (SUMO-targeted Ub
ligase) pathway and are involved in proteasomal disposal of misfolded proteins [27,28]. Intriguingly,
multiple subunits of the 20S proteasome core particle are also among the predominant SUMO1 targets
(Figure 3B and Figure S2). We identified 17 subunits of the 20S core proteasome as candidate SUMO1
targets (Figure 3B and Figure S2, Table S2). In addition, several metabolic enzymes involved in
both glycolytic (Enol, GAPDH, LDH) and oxidative metabolic pathways (SIc25A11, PDHB, HADH,
HSD17B10, Ndufs7 and Ndufa8), emerged as S1 target proteins in the heart (Figure 3B and Figure S2).
In SUMOZ2/3 IP from mouse hearts, we also detected well-known SUMO2 targets (SUMO1, Ube2i
(Ubc9), PML, RanGAP1 etc.) (Figure 3B and Figure S3, Table S2). Moreover, we again uncovered
ubiquitin and proteasomal subunits (Psma3, Psma7, Psmb5, Psmb6, Psmc6) as most significant cardiac
SUMO?2 targets (Figure 3B and Figure S3). Additionally, regulators of gene expression and transcription
factors are among the most prevalent SUMO?2 targets in the heart (Hist1h4a, Top2b, Tdg, Smchd1, Prox1,
Brd8, Etv6, BHLH40, Irf2bpl, Irf2bp2, Esrra, Mitf, Mga, Trim24, Safb, SAP130), RNA binding proteins
and splicing regulators (Hnrnpc, Sartl, Rbm25), heat shock proteins (Hspal, hsp90aal, hsp90b1), as
well as special proteins playing important roles in heart function e.g., involved in the regulation of
cardiac Ca2* homeostasis or muscle contraction (Tnni3, Myl3, Myl6, Ahnak, Ahnak?) (Figure 3B and
Figure S3, Table S2).
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Figure 2. Experimental Setup and workflow of SUMO immunoprecipitation and mass spectrometry.
(A) Experimental Setup. Mice underwent cardiac surgery in order to ligate left anterior descending
artery for 30 min (Isch) and re-open it again for 1 h (I/R1) or 24 h (I/R24) reperfusion. Four mouse
hearts for each condition (Sham, Isch, I/R1 or I/R24) were pooled as one biological replicate. The same
replicate was used for both SUMO and IgG Control IP. All experiments were performed in triplicates.
(B) Experimental Workflow of SUMO immunoprecipitation and mass spectrometry. Mouse hearts were
snap frozen and pulverized in liquid nitrogen. Powder was lysed in 1% SDS buffer and homogenized
in a ball mill. IPs were performed using in-house produced SUMO1-, SUMO2/3- or IgG antibody
coupled beads. An aliquot of IP input was used for proteome analysis. IP Eluates representing SUMO1
or SUMO2/3 proteome were separated by SDS-PAGE and subjected to in-gel digestion protocol using
trypsin. Peptides were analyzed by a streamlined in-house LC-MS/MS Bioinformatics pipeline.
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Figure 3. SUMO1 and SUMO?2 target protein network in cardiac I/R injury. (A) Venn diagram depicting
the number of exclusive and overlapping SUMO1 and SUMQ2/3 target proteins after imputation of
missing values in cardiac I/R injury. (B) STRING network of SUMO1 and SUMO2/3 target proteins in
cardiac I/R injury. Identified target proteins of both SUMO1 and SUMO2/3 IP were analyzed regarding
functional network clustering using STRING database. For STRING analysis, parameters were set at
highest confidence level and used MCL clustering with inflation of 3. Proteins are coloured according
to their identification in either SUMO1- or SUMO2/3- or both IP’s.

2.3. Dynamic Changes of SUMO Target Proteins During Cardiac IR Injury

To visualize the SUMOylation dynamics of SUMO target proteins in the course of cardiac ischemia
and reperfusion we prepared heat maps for functionally-related protein groups (Figure 4A—-C and
Figure 5A—C). Most SUMO target proteins exhibited only slight alterations throughout ischemia and
reperfusion (Figure 4A-C and Figure 5A-C). For example, the three muscle-specific E3 ubiquitin
ligases TRIM63, TRIM55, and TRIM54 (or MURF1-3) which were among the highly significant SUMO1
targets in mouse heart, did not undergo dramatic changes in response to ischemia and reperfusion
(Figure 4C). However, a sub-group of proteins showed significant changes in their SUMOylation
dynamics (Figure 4D, Figure 54, Figure 5D and Figure S5). Total proteome analysis by mass spectrometry
demonstrates that most of the significantly regulated targets did not exhibit changes in their steady
state levels (not shown), indicating that indeed SUMOylation and not only the protein amount of
these candidate targets was altered. Altogether, 24 candidate SUMOIL target proteins underwent
dynamic changes in SUMO conjugation during cardiac I/R injury (Figure 4D and Figure 54). 15 proteins
changed significantly their SUMOylation pattern during ischemia, while another 13 and 12 proteins
showed altered SUMOylation following 1 h and 24 h reperfusion, respectively (Table S3). The nuclear
import-export regulator RanGAP1 and PML, which is the core component of PML nuclear bodies,
represent the most abundant cellular SUMO targets. Interestingly, both showed increased SUMO1
conjugation during reperfusion when compared to sham control group (Figure 4B). In case of RanGAP1,
increased SUMOlylation in reperfusion was confirmed by SUMO1 Western blot from total protein
lysates of left ventricles (Figure 1A). Notably, PML exhibits a continuous increase in SUMO1 conjugation
up to 24 h after reperfusion. SENP3 was previously identified as SUMO deconjugase for PML [29]
possibly indicating that reduced SENP3 activity under cardiac I/R (Figure 1F,G) may contribute to
the enhanced SUMOylation of PML. The functional significance of increased PML SUMOylation
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in cardiac I/R is not clear yet. However, considering that PML prevents apoptotic cell death after
hypoxia—ischemia in murine brain [30,31] it is attractive to speculate that SUMOylation contributes
to these processes in the heart. It is worth noting that both ubiquitin and SUMO2 were enriched
in SUMOL1 IPs upon reperfusion (Figure 4B-D). This finding is consistent with the stress-induced
co-modification of substrates with SUMO1/2 and ubiquitin or the formation of hybrid SUMO1/2-Ub
chains under these conditions. Intriguingly, SUMO-targeted ubiquitination is considered to cope
with proteotoxic stress by targeting misfolded proteins for proteasomal degradation at or near PML
nuclear bodies [32]. Strikingly, several subunits of the 20S proteasome core particle as well as the
Ub-shuttling factor p97/VCP exhibit a transient decrease in SUMOI1 conjugation in ischemia and 1h
reperfusion before recovery towards normal levels upon 24h reperfusion (Figure 4C,D) suggesting that
the UPS system is a major target for SUMO controlled adaptations to I/R injury. In addition to the UPS
system, transcription factors and transcriptional regulators are enriched among altered SUMOL targets.
These include H4 Histone (Hist1H4A), the transcription factor Prox1 and the gene expression regulators
SMCHD1, Trim28 and Isoc2a (Figure 4D and Figure S4). Moreover, several metabolic enzymes which
we identified as SUMOL1 targets in the heart (Figure 3B), are significantly regulated upon ischemia
and reperfusion (Figure 4D): the glycolytic enzymes enolase (ENO1) and GAPDH, the mitochondrial
malate-alpha-ketoglutarate transporter (SLC25A11), prohibitin 2 (Phb2), a chaperone to stabilize
mitochondprial respiratory chain enzymes, as well as oxidative enzymes, like the E1 enzyme of the PDH
complex (PDHB), or the mitochondrial beta-oxidation enzyme, 3-hydroxyacyl-CoA dehydrogenase
(HADH). Previous reports have shown that the activity of key glycolytic enzymes e.g., GAPDH
are facilitated by increased SUMO1ylation upon hypoxia [33] which is consistent with our finding
on enhanced SUMOylation of GAPDH during cardiac ischemia (Figure 4D). Our data indicate that
alterations in SUMO dynamics impact on metabolic reprogramming in response to ischemia and
reperfusion. However, future work needs to unravel the functional relevance. To note, VDACI and 2,
the voltage sensitive anion channel proteins regulating also apoptosis [34,35], XIRP2, a muscle-specific,
actin binding Xin gene family member and a protective factor localized in the intercalated disc critical
for proper cardiac conduction [36], and RAP1, a small GTPase activating protein and a novel modulator
of hypoxia-induced apoptosis with an important role in cardiac I/R injury [37] are all among the
regulated SUMOL targets in the heart (Figure 4D and Figure 54).
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Figure 4. Cardiac I/R injury leads to dynamic changes in SUMO1 proteome. (A) Alteration of SUMO1
target proteins upon cardiac ischemia/reperfusion injury (I/R) in the mouse heart. Heat map displays
relative changes in SUMOL targets during I/R when compared to sham control. SUMOL1 targets were
defined after imputation as follows, difference SUMO IP versus IgG IP log, ratio >0.58 (difference is
higher than 1.5%) and -log 10 p value > 1.3 (p < 0.05). (B) Heatmap of a sub-group of SUMOL1 target
proteins belonging to the SUMO machinery in the mouse heart upon I/R injury. (C) Heatmaps of a
sub-group of SUMOL1 target proteins representing the protein quality control (PQC) machinery in
the mouse heart upon I/R injury. (D) Bar diagrams of significantly changed SUMOIL targets, when
experimental conditions (Isch, I/R1, I/R24) are compared to Sham. Data are expressed in mean + SEM,
asterisks show significant differences compared to Sham (1 = 3, * p < 0.05, ** p < 0.01, *** p < 0.001,
#*# p < 0.0001).
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Figure 5. Cardiac I/R injury leads to dynamic changes in SUMO2 proteome. (A) Alteration of SUMO2/3
target proteins upon cardiac I/R injury in the mouse heart. The heat map displays relative changes in
SUMO?2/3 targets during I/R when compared to sham control. SUMO?2/3 targets were defined after
imputation as follows, difference SUMO2/3 IP versus IgG IP log, ratio > 0.58 (difference is higher than
1.5x) and -log 10 p value > 1.3 (p < 0.05). (B) Heatmap of a sub-group of SUMO?2/3 target proteins
playing a role in the regulation of gene expression in the mouse heart upon I/R injury. (C) Heatmap of a
sub-group of SUMO2/3 target proteins belonging to the protein quality control machinery (UPS, SUMO
system, chaperones) in the mouse heart upon I/R injury. (D) Bar diagrams of significantly changed
SUMO?2/3 targets, when experimental conditions (Isch, I/R1, I/R24) are compared to Sham. Data are
expressed in mean + SEM, asterisks show significant differences compared to Sham (n = 3, * p < 0.05,
**p <0.01, ** p < 0.001).

Similar to SUMOY, cardiac SUMO2 target proteins underwent a dynamic adaptation process in
cardiac I/R (Figure 5A). While only a single protein was differentially SUMOylated in ischemia (Clic1),
8 and 11 target proteins underwent significant changes after 1 h vs. 24 h reperfusion, respectively
(Table S3). Functional classification of these regulated SUMO2 targets reveals an enrichment of
transcriptional regulators, including Etv6, BHLHE40, IRF2BP1 and IRF2BP2 (Figures 3B and 5B,D).
We have recently identified BHLHE40 as a prominent SUMO target under hypoxia and demonstrated
increased repressive potential of BHLHE40 upon SUMOylation [23]. Similarly, the Melchior group
reported that IRF2BP1/2 act as SUMO-dependent repressors on immediate early gene transcription [38].
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IRF2BP1 and mainly, IRF2BP2, a transcription factor binding on NFAT promotors, was previously
described to act as a co-activator of vascular endothelial growth factor-A (VEGFA) in cardiac and skeletal
muscle [39]. These data indicate that SUMOylation of hypoxia or angiogenesis-related transcriptional
regulators contributes to cardiac adaptation to I/R injury. Additionally, we also identified decreased
SUMO2ylation of the 20S proteasome core particle subunits (e.g., Psmb5, Psmb6, Psma3) and of
SUMOI1 and Trim28 in reperfusion (Figure 5C,D). In contrast to SUMO1 proteome, metabolic enzymes
were not typically modified by SUMO2 in mouse heart, however, the extrahepatic Arginase 1 (ARG1),
competing for Arg with NO synthase and known to be induced very fast in cardiac ischemia [40]
showed decreased SUMO2ylation. Interestingly, EIF6, a ribosome biogenesis and translation initiation
factor, and PTRF (or Cavin-1), whose deficiency leads to cardiac hypertrophy [41] and can also promote
ribosomal transcriptional activity [42], showed altered SUMO2ylation in early reperfusion (Figure S5).
Similarly, Ahnak2, a regulator of cardiac L-type Ca?* channels [43] and the mitochondrial chloride
channel Clic1 [44] exhibited significantly altered SUMO2ylation in response to cardiac ischemia and
reperfusion as well (Figure S5).

3. Conclusions

In summary, we provide here the first unbiased proteomic analysis of SUMO targets in mouse
heart under conditions of ischemia-reperfusion injury. Although our data are mainly of descriptive
nature, the datasets can serve as a resource for future functional studies. Notably, SUMO proteomics
on endogenous proteins is still a challenging task, in particular when working with whole organs
and tissues. Lumpkin et al. [45] were the first to analyze SUMOylation in the heart and although
30 unique SUMO targets were described, they were not able to distinguish between SUMO1 and
SUMO2 modification. Recently, Hendriks at al. [46] used another approach and across all mouse
organs analyzed, wild type heart represented the lowest number (about 200) of SUMO?2 sites. Although
with our method [26] we could not map the exact sites of SUMOylation, and we were not able to
determine the exact cellular origin of the detected proteins, we identify here about 100 potential SUMO1,
50 SUMO2 and 35 shared targets in a highly relevant pathological condition of the heart. Some of the
significantly regulated SUMO targets presented here, have been also found in wild type heart (e.g.,
GAPDH, Trim28, Prox1, Ubc or Etv6; [45,46]) (Table S4), some others were detected in other tissues
or cell lines (e.g., Enol, Argl, Irf2bpl) validating our experimental approach. However, we could
also identify potential SUMO targets which were not described yet (e.g., Psmb9, Hadh, Phb2 or Ptrf)
(Table S4). Although our dataset likely covers only a subset of cardiac SUMO targets, some important
conclusions can be drawn from these data. First, dynamic changes in the overall SUMOylation
pattern correlated with decreased SUMO specific isopeptidase (SENPs) activities especially with
those of SENP3. So far, only SENP1 and SENP3 were connected to the pathomechanism of cardiac
I/R injury [17-20,47,48]. The literature is very controversial about the role of SENP3 ascribing both
protective and detrimental effects to SENP3 on cardiac function [17-20]. In our experiments, decreased
SENP3 activities correlated with enhanced SUMOylation of PML, the main organizer of nuclear
bodies which are considered to cope with proteotoxic stress by targeting misfolded proteins for
proteasomal degradation. Since we detected Ub in SUMO proteome and several subunits of the
20S proteasome core particle, it is very likely that SUMOylation plays a central role in proteotoxic
stress adaptation by regulating PML, the StUBL pathway and the ubiquitin proteasome system in
cardiac I/R. Another important finding is, that several metabolic enzymes and hypoxia- or angiogenesis
related transcription factors show regulated SUMOylation pattern either by SUMO1 or SUMO?2, likely
coordinating metabolic reprogramming of the ischemic heart posttranslationally. However, since we
analyzed young mice in our experiments, one has to be cautious by transferring the results for human
coronary disease. Further studies are certainly required to delineate functional significance of the
regulated SUMO targets in ischemic adaptation of the heart.
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4. Materials and Methods

4.1. Animal Model for Cardiac Ischemia and Reperfusion

Experiments involving animals were conducted at the Max Planck Institute for Heart and
Lung Research in Bad Nauheim, Germany accordance with institutional guidelines and laws,
following protocols approved by local animal ethics committees and authorities (Regierungspraesidium
Darmstadt, V 54-19 ¢ 20/15 - FU-1156). 12-14-weeks-old C57BL/6] male mice were purchased for
Charles River (Germany) and kept in temperature- and humidity-controlled animal facility at 12 h of
light-to-dark cycles with access to water and food ad libitum. For anaesthesia induction, mice were
exposed to 4.5 vol% isoflurane in ambient air for approximately 2 min in an air-tight box. Anaesthesia
was maintained after intra-tracheal intubation and ventilation applying 1.5 vol% isoflurane using the
rodent MiniVent ventilator (Harvard Apparatus, HSE) adjusted to 220 hubs per minutes with a tidal
volume of 300 pL. During the procedure, animals were kept in a supine position on a heat-controlled
plate at 37 °C. A left anterolateral thoracotomy was performed between the second and third rib to
visualize the mouse heart and the LAD. The LAD was ligated in a proximal position using a 7-0 prolene
suture. Pale discoloration of ventricular tissue demarcated the region of ischemia. In Sham group,
thoracotomy was similarly done but no ligation occurred. After ligation the open wound was covered
using cheese cloth soaked with 0.9% NaCl solution. After 30 min of ischemia, the mice were assigned
to either ischemia (Isch) or ischemia/reperfusion groups (I/R). In Isch group, ligated hearts were in
situ perfused with PBS and immediately removed from the mice. In I/R groups, ligation was opened
after 30 min ischemia and cardiac reperfusion confirmed by visual control. The wound was closed
using absorbable, synthetic 5-0 vicryl (polyglactin 910) sutures. Weaning from ventilation was ended
when spontaneous respiration became evident. After 1 h or 24 h reperfusion time (I/R1 and I/R24
group, respectively), mice were anesthetized by ketamin/xylazine, hearts were perfused with PBS and
removed from the animals. In all 4 groups (Sham, Isch, I/R1, [/R24), left ventricle (LV) was separated
from septum and right ventricle, weighed, cut in small pieces, immediately frozen in liquid nitrogen
and kept in —80 °C until use. Blood for cTnl ELISA measurements was collected from all mouse hearts
before PBS perfusion, and serum was kept at —80 °C until use.

4.2. Cardiac Troponin-1 ELISA

A commercially available kit was used to quantify cardiac isoform of Troponin I from serum of
experimental animals as measure of I/R injury of the heart (Ultra-sensitive mouse cardiac Troponin-I
ELISA, Life Diagnostics). The assay was performed according to manufacturer’s instructions.

4.3. Tissue Homogenization

Mouse LVs were homogenized in 10X volume 1% SDS buffer pH = 7.4 with protease inhibitors
(Complete, Roche) and 10 mM NEM for Western blotting and MS experiments [26]. For Western
blotting, Potter homogenizer (Wheaton, 1 mL) was used and homogenates were centrifuged at 18,000 g
for 15 min. The protein concentration of the supernatant was measured (DC assay, Bio-Rad), mixed
with Laemmli sample buffer and heated for 5 min at 97 °C.

For SUMO protease activity measurements, LVs were homogenized in 10x volume SEM bulffer
(0.25 M sucrose, 20 mM MOPS-KOH (pH 7.4), 1 mM EDTA-NaOH pH 8, 1 mM DTT); [24]) with protease
inhibitors (Complete, Roche) and without NEM in Potter homogenizer at 4 °C. The homogenates
were centrifuged at 18,000 g for 10 min at 4 °C, supernatant was taken and protein concentration was
measured (DC assay, Bio-Rad).

4.4. SUMO1/2-AMC Cleavage Assays for SUMO Protease Activity Measurements

AMC assays were performed as described [24]. Shortly, freshly homogenized LVs in SEM buffer
(30 ng protein for SUMO1-AMC and 15 ug protein for SUMO2-AMC) were pipetted into a 384-well
plate on ice. For negative control, 10 mM NEM was added to the lysate so that SUMO protease activity
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was blocked. SEM buffer (without lysate) was used as blank. An assay master-mix was then added to
the homogenates; for each reaction 500 nM SUMO1-AMC or SUMO2-AMC substrate (Boston Biochem)
was adjusted with activity assay buffer (50 mM Tris-HCI (pH 7.5), 0.1 mg/mL BSA, 10 mM DTT) to
a total volume of 50uL including volume of lysate. The plate was quickly spinned down to collect
liquids and the measurement was immediately started on a Plate reader (BioTek) at Agx = 380 nm,
AEm = 460 nm. At least three replicates for each condition were measured.

4.5. SUMO1/2-VS Adduct Formation Assays for SUMO Protease Activity Measurements

SUMO1/2-VS assays were done as described [24]. Shortly, 200 ug of heart LV lysates prepared
in SEM buffer were incubated with 100 ng of either HA-SUMO1-VS or HA-SUMO2-VS probes
(Boston Biochem) for 15 min at 25 °C. The reaction was stopped by addition of Laemmli sample buffer
(5 min, 97 °C).

4.6. SDS-PAGE and Western Blot Analysis

To analyze the global SUMOylation status of LVs during ischemia and reperfusion, 40 pg of 1%
SDS lysates of LVs was used containing also NEM (10 mM) to block the activity of SUMO proteases.
Standard SDS-PAGE under reducing conditions was carried out followed by wet transfer onto 0.2 pm
nitrocellulose membrane. SUMO-protein conjugates were analyzed by applying SUMO1 (1:20-1:40
diluted supernatant of 21C7 mouse hybridoma cells) or SUMO2 antibodies (1:2000 mouse, M114-3,
MBL) in 5% milk powder in PBS-T. The protein amount of SENP3 (1:5000, rabbit, D20A10, Cell
Signaling) was also measured from the same lysates.

To follow the SUMO protease activities, 40 ug LV SEM lysates incubated with either HA-SUMO1-VS
or HA-SUMO2-VS probes were loaded on the gel followed by the same procedure as for SDS lysates.
The HA-SUMO1/2-VS bound adducts of SUMO proteases were then visualized by anti-HA antibody
(1:2000, mouse, MMS-101R, Covance/Biolegend) or by anti-SENP3. In all Western blots vinculin was
used as loading control (1:80,000, V9131, Sigma Aldrich).

4.7. SUMO Immunoprecipitation (IP)

SUMO1-specific 21C7 hybridoma cells and SUMO2/3 specific 8A2 hybridoma clone A11 (kindly
received from Frauke Melchior) were incubated at 37 °C and 5% CO, using RPMI medium supplemented
with 10% FBS, 1% Penicillin/Streptomycin and 0.1% gentamycin. 25 Million hybridoma cells were
transferred to hybridoma serum-free-medium and cultured for 7 to 10 days in a CELLine CL 1000
incubator according to manufacturer’s instructions. Cells were collected and centrifuged at 100 g
room temperature for 5 min. Antibody containing supernatant was removed and centrifuged again at
20,000 g for 20 min at 4 °C to remove cell debris. Antibody concentration was estimated by comparing
different amounts of supernatant with different amounts of normal mouse IgG (known concentration)
on a Coomassie-stained SDS-Gel. Antibodies were dialyzed at 4 °C overnight against a 30-fold access of
sodium phosphate buffer (20 mM NaH2PO4/Na2HPO4 pH 7.0) using a dialysis membrane Spectra/Por4
(MWCO 12-14,000 Da). Antibody coupling to beads and SUMO1 or SUMO2/3 immunoprecipitation
were performed based on a published protocol [26]. Shortly, mouse hearts were pulverized in liquid
nitrogen. Four mouse heart LVs (about 180-200 mg heart tissue) were pooled for each biological
replicate for tissue homogenization and three replicates were used for each experimental condition
(12 hearts/condition (Sham, Isch, I/R1, I/R24)). The homogenization was done in 2 mL Eppendorf
tubes in Retsch mixer mill (MM400) for 3 min at maximal speed (30 rpm). After centrifugation of
the Eppendorf tubes at 18,000 g for 15 min, supernatants were taken and protein concentration was
measured as described. A small aliquot of each replicate input was taken for proteome analysis,
the rest was further processed for SUMO proteome measurements. Half of each replicate (representing
about 100 mg original heart tissue and 10 mg isolated protein) were taken for SUMO IP and the other
half for IgG control IP. SUMO1 and SUMO2/3 IPs were performed from different experimental hearts.
The efficiency of SUMO1 and SUMQO2/3 IPs were controlled by Western blot.
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4.8. Sample Preparation, Liquid Chromatography and Mass Spectrometry (MS)

Input proteome samples (6 replicates) as well as the immunoprecipitated SUMO proteome
replicates (triplicates for SUMO1/IgG and triplicates for SUMO2/IgG) were separated by gradient gels
(4-20%, BioRad or 4-12% Bis-Tris gels, Invitrogen) followed by protein staining (Instant Blue, Expedeon)
as described recently [49]. The individual gel lanes were cut into equal, small pieces and in-gel digestion
with sequencing-grade trypsin was performed as described [50]. Finally, extracted peptides were
collected, concentrated, and desalted using the Stop and Go Extraction (STAGE) technique [51].

Peptides from individual gel bands were analyzed on a Q Exactive HF coupled to an easy nLC
1200 (ThermoFisher Scientific) using a 20 cm long, 75um ID fused-silica column packed in house
with 1.9 pm C18 particles (Reprosil pur, Dr. Maisch), and kept at 50 °C using an integrated column
oven (Sonation). Peptides were eluted by a non-linear gradient from 8-30% acetonitrile over 24 min
(IPs) or 4-30% acetonitrile over 58 min (proteomes) and directly sprayed into the mass-spectrometer
equipped with a nanoFlex ion source (ThermoFisher Scientific). The mass spectrometer was operated
in a data-dependent mode. Full-scan MS spectra of IPs/proteomic samples were acquired covering
a mass range of 300-1650 m/z using 3E6 as AGC target with a resolution of 60.000 at 200 m/z and
a maximum injection time of 20 ms. The 15 most intense ions were fragmented by Higher-energy
collisional dissociation (HCD) applying a normalized collision energy of 27. Resolution for MS/MS
spectra was set to 30.000/15.000 at 200 m/z, AGC target to 1E5, maximal injection time to 64 ms/30 ms.

All acquired raw files of mass spectra were analyzed using MaxQuant Software (version 1.5.8.3) [52,53]
and the implemented Andromeda database search engine [54]. Fragmentation spectra were correlated
with the Uniprot mouse Reference Proteome database including isoforms (downloaded September
2017, 60,163 sequences). To perform searches, tryptic digestion and default settings for mass tolerances
of MS and MS/MS spectra were applied. False discovery rate (FDR) was set to 1%, minimal LFQ ratio
count was set to 2 and FastLFQ option was enabled for relative label-free quantification of proteins
using the in-build MaxLFQ algorithm [55]. For both IP/MS screens the match between run feature was
used. For the endogenous SUMO IPs, the minimal razor + unique peptides for identification were set
to 1 and unique + razor peptides were allowed for protein quantification. Visual representation of data
in volcano plots was done using the R Studio software (version 1.1.463).

4.9. Quantification and Statistical Analysis

Proteome experiments were performed in 6 replicates and SUMO IPs in triplicates. MS data
analysis and statistics were done with the Perseus software (version 1.5.8.5). First, contaminants and
reverse entries, as well as proteins only identified by a modified peptide were removed. The log2
value of all LFQ intensities was calculated. Using the e4 Cell Reports 29, 480—494.e1-e5, October 8,
2019 histogram analysis function of the software, normal distribution of the LFQ values was visually
checked. Good correlation of the experimental replicates was assured by multiscatter plot analysis.
Samples were then grouped into triplicates and a Student’s t test was performed with a randomization
of 500 and a s0 factor of 0.1. To overcome the missing value problem, imputation of the SUMO1 and
SUMO?2 IP datasets was done in Perseus using default settings. Prior to any replacement of missing
values by normal distribution, the matrix was filtered for at least three valid values in total and rows
not matching these criteria were discarded. LFQ values and results of the t test after imputation were
combined with the matrix prior to imputation. Then the datasets were exported and used for further
analysis in Microsoft Excel. Significant enrichment was defined in Excel based on the p value and the
Student’s t test difference applying following criteria for the IP dataset: -log10 p-value > 1.3 and log?2
ratio 0.58 (1.5% enrichment over IgG IP) and for the proteome -log 10 p value > 1.3 and log2 ratio R
—0.265 < x > 0.265.

For the generation of the STRING networks, the freely available STRING database was used
(https://string-db.org (version 10.5)). For network analysis the criteria were set as follows: SUMO
target proteins with a log2 ratio > 0.58 over IgG IP were included. For all analyses the parameters were
set to highest confidence. Experiments and databases were enabled.
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4.10. Data Availability

The mass spectrometry proteomics data have been deposited to the ProteomeXchange
Consortium [56] via the PRIDE partner repository [57] with the dataset identifier PXD021640.

Supplementary Materials: The following are available online, Supplementary Figures and Tables (pdf) and
Supplementary Table S2 (xlsx).
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