
Cardiomyocyte cohesion is
increased after ADAM17 inhibition

Maria Shoykhet, Jens Waschke and Sunil Yeruva*

Chair of Vegetative Anatomy, Institute of Anatomy, Faculty of Medicine, Ludwig-Maximilian-University (LMU),
Munich, Germany

A Disintegrin And Metalloprotease (ADAM) family proteins are involved in several
cardiac diseases, and some ADAMs have been associated with cardiomyopathies.
ADAM17 is known to cleave desmoglein 2 (DSG2), one of the proteins involved in the
pathogenesis of arrhythmogenic cardiomyopathy (AC). Desmosomal stability is
impaired in AC, an inheritable genetic disease, the underlying causes of which
can be mutations in genes coding for proteins of the desmosome, such as DSG2,
desmoplakin (DP), plakoglobin (PG), plakophilin 2 or desmocollin 2. Stabilizing
desmosomal contacts can therefore be a treatment option. In the heart of the
murine Jup−/− ACmodel, (Jup being the gene coding for PG) mice, elevated levels of
p38MAPK, an activator of ADAM17, were found. However, ADAM17 levels were
unaltered in Jup−/− mice hearts. Nonetheless, inhibition of ADAM17 led to
enhanced cardiomyocyte cohesion in both Jup+/+ and Jup−/− mice, and in HL-1
cardiomyocytes. Further, enhanced cohesion in HL-1 cardiomyocytes after acute
inhibition of ADAM17 was paralleled by enhanced localization of DSG2 and DP at the
membrane, whereas no changes in desmosomal assembly or the desmosomal
complex were observed. In conclusion, acute inhibition of ADAM17 might lead to
reduced cleavage of DSG2, thereby stabilizing the desmosomal adhesion, evidenced
by increased DSG2 and DP localization at cell borders and eventually cardiomyocyte
cohesion. We believe that similar mechanisms exist in AC.
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1 Introduction

Members of the A Disintegrin And Metalloprotease (ADAM) family are transmembrane
proteins with proteolytic activity, that can be involved in cancers, cardiac diseases, diseases of
the central nervous system or the liver (Zhang et al., 2016). So far, four ADAMs (ADAMs 10, 12,
15, and 17) have been associated with cardiomyopathies (Fedak et al., 2006). Out of these,
ADAM17 is known to cleave desmoglein 2 (DSG2), a calcium-dependent adhesion protein
(cadherin), which was found to be a key regulator of cardiomyocyte cohesion (Schinner et al.,
2020; Shoykhet et al., 2020; Yeruva et al., 2020).

Today over 80 substrates of ADAM17, also known as tumor necrosis factor α (TNFα)
converting enzyme (TACE) are known, including the epidermal growth factor (EGF), the
transforming growth factor α (TGFα), the β1-adrenergic receptor, but also proteins involved
in cell cohesion, i.e., DSG2 or collagen XVII (Santiago-Josefat et al., 2007; Wang et al., 2015;
Zunke and Rose-John, 2017; Zhu and Steinberg, 2021). In H9C2 cardiomyocytes,
ADAM17 was a key player driving hypertrophy (Shi et al., 2021). Increased
ADAM17 activity was observed after myocardial infarction (MI) (Akatsu et al., 2003;
Ghaderian et al., 2011; Guan et al., 2021), whereas ADAM17 inhibition decreased the
amount of fibrosis after MI in mice (Guan et al., 2021). ADAM17 was increased in chronically
ischemic mouse hearts as well as in ischemic rat hearts (Lu et al., 2012; Palaniyappan et al.,
2013). Furthermore, ADAM17 expression was increased in peripheral blood mononuclear
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cells from heart failure patients, which correlated with TNFα-levels
and was associated with severity of the condition (Satoh et al., 2004).
Apart from that, increased ADAM17 activity was also found in
patients with acute myocarditis, and hypertrophic cardiomyopathy
or dilated cardiomyopathy (DCM), as well as in mice with diabetic
cardiomyopathy (Satoh et al., 1999; Satoh et al., 2000; Fedak et al.,
2006; Xue et al., 2022). A deficiency of tissue inhibitor of
metalloproteases 3 (TIMP3), a physiological inhibitor of
ADAM17, can result in DCM (Fedak et al., 2004). Finally, in a
Dsg2−/− murine model for arrhythmogenic cardiomyopathy (AC),
ADAM17 levels were increased in the hearts of 2 week old mice (Ng
et al., 2021).

AC is a genetic disorder that leads to a fibro-fatty replacement of
cardiac muscle tissue. Untreated, AC can lead to sudden cardiac death.
Underlying causes of the disease include mutations in genes coding for
proteins of the desmosome, i.e., DSG2, desmocollin 2 (DSC2),
plakophilin 2 (PKP2), desmoplakin (DP) or plakoglobin (PG), but
also proteins not associated with the desmosome can be affected.
Apart from weakened cardiomyocyte cohesion, cardiomyocyte
apoptosis and necrosis, fibro-fatty replacement of the myocardium,
and arrhythmias, AC also can lead to inflammation of the cardiac
tissue, which damages the affected tissue further (Basso et al., 1996;
Campuzano et al., 2012; van der Voorn et al., 2020). The inflammatory
response differs from patient to patient, but can include increased
levels of interferon γ, interleukin 1β, the nuclear factor κB (NF-κB), as
well as TNFα (Chelko et al., 2019; Lin et al., 2021).

Inhibition of ADAM17 might be beneficial in the setting of AC as
seen in other cardiovascular diseases (Saftig and Reiss, 2011).
Increased TNFα levels were observed in some AC patients and
were correlated with disease progression. Inhibition of
ADAM17 might decrease soluble TNFα levels. Since ADAM17 can
shed proteins involved in cellular cohesion, and cellular contacts are
often disturbed in AC, inhibiting this protease might protect cell-cell
contacts in AC. Therefore, we investigated the effect of inhibition of
ADAM17 on cellular cohesion using a murine AC model and HL-1
cardiomyocytes.

2 Materials and methods

2.1 Cell culture

Immortalized murine cardiomyocytes (HL-1 cardiomyocytes),
provided by William Claycomb (LSU Health Sciences Center, New
Orleans, United States), were cultivated as described before (Shoykhet
et al., 2020). For experiments, cells were cultured at 125,000 cells/cm2

for 4 days in medium without norepinephrine.

2.2 Murine AC model and cardiac slice
cultures

Murine cardiac slice cultures from previously characterized
12 week old C57BL6/J wildtype as well as cardiomyocyte-specific
Jup−/− mice were obtained as described before (Schinner et al.,
2017; Shoykhet et al., 2020). Animal handling was in accordance
with the guidelines from the Directive 2010/63/EU of the European
Parliament and approved by the regional government of Upper
Bavaria (Gz. ROB-55.2-2532. Vet_02-19-172).

2.3 Mediators and reagents

Samples were treated for 90 min with the ADAM17-inhibitor
TAPI-1 (TAPI, Cayman Chemical, #18505, final concentration:
10 µM) dissolved in DMSO. For Ca2+-switch experiments, cells
were depleted of Ca2+ using the Ca2+-chelator EGTA (VWR, #0732,
final concentration: 5 mM) for 90 min. After changing the medium
back to Ca2+-containing medium and incubation with the respective
mediators, experiments were performed.

2.4 Lysate preparation

ForWestern blots, samples were washed with PBS on ice and lysed
into SDS lysis buffer with protease (cOmpleteTM Protease Inhibitor
Cocktail, Roche, #CO-RO) and phosphotase (PhosStopTM, Roche,
#PHOSS-RO) inhibitors, scraped into reaction tubes and sonicated.

For Triton assays, cells were lysed into Triton buffer with protease
and phosphatase inhibitors, by adding the buffer to the cells on a
rocking platform for 20 min while on ice. The lysate was scraped into
reaction tubes; separation of detergent soluble and insoluble fractions
was achieved by centrifugation at 4°C for 10 min at 15,000 g in an
Eppendorf 5430R centrifuge. After transferring the Triton soluble
fractions to new tubes, the insoluble fraction was washed with Triton
buffer, resuspended in SDS lysis buffer and sonicated.

For immunoprecipitations, cells were cultured in T75 flasks and
after treatments lysed for 30 min on ice on a rocking platform into
RIPA lysis buffer (10 mMNa2HPO4, 150 mMNaCl, 1% Triton X-100,
0.25% SDS, 1% sodium deoxycholate, pH = 7.2) containing protease
and phosphatase inhibitors. The lysate was then transferred to
gentleMACS™ M-tubes (Miltenyi Biotec, #130-093-236), and
dissociated using the protein_01_01 program of the gentleMACS™
OctoDissociator (Miltenyi Biotec, #130-095-937).

When preparing lysates from murine cardiac slice cultures, slices
were snap-frozen in liquid nitrogen after treatment and washing with
TBS. Slices were transferred into SDS lysis buffer in gentleMACS™
M-tubes. For dissociation, the protein_01_01 program of the
gentleMACS™ OctoDissociator was used.

The Pierce™ Protein Assay Kit (Thermo Fisher, #23225) was used
to measure protein concentration according to the manufacturer’s
protocol.

2.5 Western blot analyses

After lysate denaturation in Laemmli buffer for 10 min at 95°C,
lysates were loaded on SDS-PAGE gels together with the PageRuler™
Plus Prestained Protein Ladder (Thermo Fisher, #26620). Transfer to
nitrocellulose membranes (Thermo Fisher, #LC2006) was achieved
using the wet-blot method. After blocking, membranes were incubated
with primary antibodies overnight at 4°C: anti-ADAM17 (abcam,
#ab39162), anti-DES (abcam, #32362), anti-DP (Progen, #61003),
anti-DSG1/2 (Progen, #61002), anti-pEGFR845 (Cell Signaling,
#2231), anti-pEGFR1068 (Cell Signaling, #2234), anti-EGFR (Santa
Cruz, #373746), anti-pERK (Santa Cruz, #7383), anti-ERK (Cell
Signaling, #9102), anti-N-CAD (BD Transduction, #610921), anti-
p38MAPK (Cell Signaling, #9212), anti-pp38MAPK (Cell Signaling,
#4511), anti-PG ((PG5.1) Progen #61005), anti-PKP2 (Progen,
#651167), anti-phospho-Thr (Cell Signaling, #9386) and anti-α-
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tubulin ((DM1A), abcam, #7291) were used as primary antibodies.
HRP-coupled secondary antibodies (Dianova, #111-035-045 and
#115-035-068) and SuperSignal™ West Pico PLUS
Chemiluminescent Substrate (Thermo Fisher, #34577) were used to
develop membranes with an iBright™ FL1500 developer (Thermo
Fisher). NoStain™ Protein Labelling Reagent (Thermo Fisher,
#A44449) was used as loading control. Quantification was
performed using the iBright™ Analysis Software (Invitrogen).

2.6 Dispase-based dissociation assays

For dispase-based dissociation assays, HL-1 monolayers were
detached from well bottoms after washing with HBSS by adding
Liberase-DH (Sigma-Aldrich, #5401054001), followed by dispase II
(Sigma-Aldrich, #D4693) and incubation at 37°C, 5% CO2. After
replacing the enzyme mix by HBSS once the monolayer was
detached, MTT was added for better visibility and monolayers were
subjected to mechanical stress by shaking at 1.31 g for 5 min on an
orbital shaker (Stuart SSM5 orbital shaker). The higher the amount of
the monolayer fragmentation after mechanical stress, the lower the
cellular cohesion and vice versa. Murine cardiac slice dissociation
assays were performed similarly; however, Liberase-DH and dispase II
were added simultaneously for 30 min. After adding MTT, equal
mechanical stress using an electrical pipette was applied, and the
resulting mix with heart tissue fragments, single dissociated
cardiomyocytes and cell debris was filtered using a 70 µm nylon
membrane (PluriSelect, #43-10070-60). Pictures of the filtered cell
suspension well were taken in gridded 96 well plates and stitched
together using the AutoStich software (Brown and Lowe, 2007). The
number of dissociated rod-shaped, MTT-stained viable
cardiomyocytes was counted using ImageJ software and normalized
to the respective controls.

2.7 Immunostainings

Cells were seeded on coverslips, fixed with 2% paraformaldehyde
and permeabilized with 0.1% Triton X-100. After blocking with bovine
serum albumin and normal goat serum, primary antibodies were
added overnight at 4°C in a wet chamber. anti-DP (Progen, #61003),
anti-DSG2 (Progen, #610121) and anti-N-CAD (BD Transduction
Laboratories™, #610921) were used at 1:100 dilution. Fluorophore-
coupled, species-matched secondary antibodies were added together
with Phalloidin and DAPI (Phalloidin, 130 nM, Thermo Fisher
#A12379 and DAPI, 0.5 μg/ml, #10236276001, Roche). For image
acquisition, a Leica SP5 II confocal microscope (Leica, Mannheim,
Germany) with a 63X oil objective and the LAS-AF software was used.
Z-scans were performed at 0.25 µm thickness spanning the whole cell
volume. Image analysis was performed using the ImageJ software. For
colocalization analysis, a region of interest at the membranes was
chosen and the amount of stained pixels in this area in the other
channels was calculated (Supplementary Figure S3B).

2.8 Immunoprecipitation

1.5 mg of protein lysate was incubated with 1 µg of anti-DSG2/
ADAM17 or control mouse IgG (Merck, #12-371) or rabbit IgG

(Covalab, #pab01004-P) overnight at 4°C on a spinning wheel.
Protein G Dynabeads™ (Thermo Fisher, #10004D) were used to
pull down the complexes by adding the lysate-antibody mix to
prewashed beads for 1 h at 4°C. Afterwards, beads were isolated
and washed using a magnetic rack, by washing twice with wash
buffer 1 (50 mM Tris-HCl, 150 mM NaCl, 0.1 mM EDTA, 0.5%
Tween20, pH = 7.5), thrice with wash buffer 2 (100 mM Tris-HCl,
200 mMNaCl, 2 MUrea, 0.5% Tween20, pH = 7.5), and twice with 1%
Triton X-100 in PBS. After resuspension in Laemmli buffer, the
samples were denatured for 10 min at 95°C and the lysate was
separated from the beads using a magnet and loaded on a SDS-
PAGE gel for Western blot analyses.

2.9 Sulfo-EGS crosslinking

Sulfo-ethylene glycol bis(sulfosuccinimidyl succinate) (Sulfo-EGS,
Thermo Fisher, #21566), a membrane-impermeable cross-linker, was
used to analyze oligomerization of DSG2 at the cell membrane. To that
end, after 90 min of TAPI-1 treatment, HL-1 cardiomyocytes were
washed with ice-cold PBS. Then, 2 mM Sulfo-EGS in PBS was added
for 30 min at room temperature. The reaction was stopped with TBS
and cells were scraped into SDS lysis buffer and analyzed via
Western blot.

2.10 Imaging and statistics

Adobe Photoshop CS5 and ImageJ softwares were used for image
processing. For Western blot quantification, the iBright™ Analysis
Software was used. GraphPad Prism 8 was used for statistical analysis
of the data, using unpaired Student’s t-tests after outlier removal.
Graphs are represented as mean ± standard deviation (SD). Data was
normalized to the average control value in Western blots and
dissociation assays in HL-1 cardiomyocytes. When analyzing
dissociation assays performed in murine cardiac slices,
normalization was performed to the respective control slice of the
same mouse. Significance was assumed for p ≤ 0.05.

3 Results

3.1 ADAM17 inhibition by TAPI-1 induces
positive adhesiotropy in a murine model
for AC

To investigate whether ADAM17 plays a role in AC, we assessed
protein levels of ADAM17 and p38MAPK activation, a known
activator of ADAM17, in Jup+/+ mice as well as in the Jup−/−

murine AC model. ADAM17 protein levels were variable, though
not significantly increased in Jup−/− mice. Phosphorylation of
p38MAPK was increased in Jup−/− mice as compared to Jup+/+

controls (Figures 1A–D). However, we did not observe increased
ADAM17 phosphorylation in Jup−/− mice (Supplementary Figure
S1). Next, we performed dispase-based dissociation assays murine
cardiac slices obtained from Jup+/+ or Jup−/− mice. For the dissociation
assay, murine cardiac slices were treated with dispase II and liberase-
DH and then subjected to mechanical stress with an electrical pipette,
resulting in dissociated cardiomyocytes. The amount of dissociated
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cardiomyocytes served as an inverse measure for cardiomyocyte
cohesion. In Jup+/+, as well as in Jup−/− mice, ADAM17 inhibition
by TAPI-1 led to an increase in cardiomyocyte cohesion, which we
term as positive adhesiotropy (Figure 1E).

These data suggested that inhibition of ADAM17 might be
beneficial for cardiomyocyte cohesion in AC.

3.2 ADAM17 inhibition leads to increased
cellular cohesion in HL-1 cardiomyocytes
without changes in EGF receptor (EGFR)
signaling

To further investigate the role of ADAM17 inhibition on
cardiomyocytes, we switched to the HL-1 cardiomyocyte cell

culture model. Firstly, we performed dispase-based dissociation
assays in HL-1 cardiomyocytes. To that end, after respective
treatments, HL-1 cardiomyocyte monolayers were detached from
the well bottom using dispase II and liberase-DH and subjected to
mechanical stress, leading to a fragmentation of the cell monolayer.
The number of fragments were counted and taken as an indirect
inverse measure of cardiomyocyte cohesion. Upon inhibition of
ADAM17, we observed a decreased fragmentation of the cellular
monolayers after mechanical stress, thus, an increase in cellular
cohesion (Figure 2A). We confirmed that the observed effect of
TAPI-1 is not an off-target effect by knocking down Adam17 in
HL-1 cardiomyocytes using siRNA and treating with TAPI-1
(Supplementary Figures 2A, B). Upon knockdown of Adam17
using siRNA or application of the ADAM17 inhibitor for 24 h, we
did not observe a change in cellular cohesion as compared to siNT

FIGURE 1
ADAM17 inhibition leads to positive adhesiotropy in Jup+/+ and Jup−/− mice. (A) Representative Western blot showing protein expression of pp38MAPK,
p38MAPK, ADAM17 and PG in Jup+/+ and Jup−/− mice. NoStain Dye™ was used as loading control. (B–D): Quantification of protein expression assessed by
Western blots shown in (A). (B) proADAM17 protein expression. (C) ADAM17 protein expression. (D) phosphorylation of p38MAPK. *p ≤ 0.05, unpaired
Student’s t-test,N= 9mice. (E)Dispase-based dissociation assay inmurine cardiac slice cultures obtained from Jup+/+ and Jup−/−mice upon inhibition of
ADAM17 by TAPI-1. *p ≤ 0.05, unpaired Student’s t-test, N = 7 for Jup+/+ and N = 6 for Jup−/− mice.
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(non-target) or vehicle treated HL-1 cardiomyocytes, respectively
(Figures 2B, C). Since ADAM17 can transactivate the EGFR by
EGF shedding, and EGFR inhibition can also lead to positive
adhesiotropy (Shoykhet et al., 2022), we assessed whether the
TAPI-1-induced positive adhesiotropy requires EGFR. However, we
did not observe changes in EGFR signaling (Supplementary Figures
2C–F). Furthermore, TAPI-1 was still effective to induce positive
adhesiotropy when EGFR protein levels were decreased by siRNA-
mediated Egfr knockdown (Figure 2D and Supplementary
Figure S2G).

These data indicate that positive adhesiotropy induced by
ADAM17 inhibition might not be mediated through EGFR.

3.3 ADAM17 inhibition increases
DSG2 localization at the membrane

To get insights on how ADAM17 inhibition led to positive
adhesiotropy in HL-1 cardiomyocytes, we performed Triton X-100-
assays to analyze the cytoskeletal and non-cytoskeletal fractions of the
desmosomal proteins. We did not observe changes in desmosomal
protein localization after ADAM17 inhibition between Triton X-100
insoluble (cytoskeletal bound) proteins and Triton X-100 soluble (not
cytoskeletal bound) proteins (Supplementary Figure S3A). However,
immunostaining performed for N-CAD and DSG2, revealed no
changes in N-CAD staining, whereas DSG2 localization at the
membrane was increased after ADAM17 inhibition (Figures 3A,
B). Quantification of protein localization at the membrane is
explained in the methods section and exemplified in
Supplementary Figure S3B. To assess whether positive adhesiotropy
upon inhibition of ADAM17 is mediated by DSG2, we knocked down
Dsg2 and inhibited ADAM17. TAPI-1 was not effective in enhancing
cardiomyocyte cohesion upon Dsg2 knockdown (Figures 3C, D).

Since we observed an increase in DSG2 localization at the
membrane, we next assessed whether DP, which provides the
cytoskeletal anchorage to desmosomes, was affected by inhibition
of ADAM17. Indeed, we found an increase in DP localization at the
cell borders after inhibition of ADAM17 (Figures 3E, F).

Together, these data suggests that acute ADAM17 inhibition
enhances the localization of DSG2 and DP at the cell borders and
that DSG2 is a key driver of positive adhesiotropy upon
ADAM17 inhibition.

3.4 No alterations in the desmosomal
complex upon inhibition of ADAM17

Next, we assessed whether increased DP and DSG2 localization at
the membrane was paralleled by changes in the desmosomal complex.
Therefore, we immunoprecipitated DSG2 and assessed the levels of

FIGURE 2
ADAM17 inhibition leads to positive adhesiotropy in HL-1
cardiomyocytes independent of EGFR. (A, B)Dispase-based dissociation
assays in HL-1 cardiomyocytes upon inhibition of ADAM17 by TAPI-1,
with representative pictures of the wells, (A) inhibition of
ADAM17 for 90 min, N = 6 biological replicates. (B) inhibition of
ADAM17 for 24 h, N = 5 biological replicates. *p ≤ 0.05, unpaired
Student’s t-test. (C) Dispase-based dissociation assay in HL-1
cardiomyocytes after knockdown of Adam17 by siRNA. Knockdown
efficiency was confirmed by Western blot. *p ≤ 0.05, unpaired Student’s
t-test,N=4 biological replicates. (D)Dispase-based dissociation assay in

(Continued )

FIGURE 2 (Continued)
HL-1 cardiomyocytes after knockdown of Egfr by siRNA and
treatment with TAPI-1 for 90 min. Knockdown efficiency was confirmed
by Western blot, representative images are shown below the respective
bar graphs. *p ≤ 0.05, unpaired Student’s t-test, N = 4 biological
replicates.
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other proteins of the desmosome which are in complex with DSG2.
Immunoprecipitation of DSG2 revealed no changes in the
desmosomal complex upon ADAM17 inhibition (Figures 4A–D).

3.5 The increase in cardiomyocyte cohesion is
not caused by enhanced desmosomal
assembly

One of the mechanisms that can lead to increased cellular cohesion
is enhanced desmosomal assembly, which can be assessed by means of
a Ca2+-switch assay. During a Ca2+-switch, cells are depleted of Ca2+ by
treating with the Ca2+-chelator EGTA for 90 min. The Ca2+-depletion
leads to a disruption of desmosomes, since desmosomal contacts are
Ca2+-dependent. After Ca2+-repletion, desmosomes are reassembled,
and upon addition of mediators, their effect on the desmosomal
assembly can be assessed. Ca2+-switch assays did not reveal any
alterations in cellular cohesion upon inhibition of ADAM17,
indicating that acute ADAM17 inhibition does not lead to
enhanced desmosomal assembly (Figure 5A). These findings were
supported by no changes in the localization of N-CAD and DSG2 after
a Ca2+-switch and ADAM17 inhibition (Figures 5B, C). Depletion of
Ca2+ leads to desmosome disassembly resulting in a very low
DSG2 localization at the membrane. Since ADAM17 inhibition-
mediated positive adhesiotropy was not mediated by enhanced
desmosomal assembly, we hypothesized that reduced cleavage of
DSG2 might lead to reduced disassembly of desmosomes. However,
we were neither able to detect cleaved fragments of DSG2 in the
conditioned medium nor intracellular DSG2 fragments in the cell
lysates (data not shown). We therefore performed EGS linking
experiments. We observed a trend of increased DSG2 oligomer
formation at the cell membrane after ADAM17 inhibition,
however, this trend was not significant (Supplementary Figures
S3C, D).

All in all, these data suggest that enhanced cellular cohesion after
inhibition of ADAM17 was independent of desmosomal assembly.

4 Discussion

ADAM17, one of the first discovered sheddases, is known to cleave
a plethora of proteins involved in inflammation, cell-to-cell
communication, cellular signaling, and cell adhesion (Calligaris
et al., 2021). ADAM17 was shown to cleave DSG2, one of the
major proteins involved in cardiomyocyte cohesion (Schinner et al.,
2017; Shoykhet et al., 2020; Yeruva et al., 2020). But the functional
relevance of DSG2 cleavage in cardiomyocytes and its relevance to AC
pathogenesis was not studied yet. Therefore, in this study we

FIGURE 3
ADAM17 inhibition leads to enhanced localization of DSG2 and
N-CAD at the cell borders. (A)Maximumprojections of immunostainings
in HL-1 cardiomyocytes for N-CAD and DSG2 showing an increase of
DSG2 (white arrows) at the cell borders after 90 min of TAPI-1
treatment. Z-scans spanning the whole cell volume, z-steps = 0.25 µm.
Scale bar: 10 µm. (B) Quantification of colocalization of N-CAD and
DSG2 in HL-1 cardiomyocytes, *p ≤ 0.05, unpaired Student’s t-test. Each
data point represents one image,N= 8 biological replicates. (C)Dispase-
based dissociation assay in HL-1 cardiomyocytes after knockdown

(Continued )

FIGURE 3 (Continued)
of Dsg2 by siRNA and treatment with TAPI-1 for 90 min *p ≤ 0.05,
unpaired Student’s t-test, N = 3 biological replicates. (D) Representative
Western blot confirmingDsg2 knockdownwith quantification. *p ≤ 0.05,
paired Student’s t-test, N = 3 biological replicates (E)
Immunostaining of DP in HL-1 cardiomyocytes after 90 min of TAPI-1
treatment using Phalloidin as membrane marker. Scale bar: 10 µm. (F)
Quantification of colocalization of DP and Phalloidin. *p ≤ 0.05, unpaired
Student’s t-test. Each data point represents one image, N = 5 biological
replicates.
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investigated the functional relevance of cleavage events by
ADAM17 via inhibiting ADAM17 in Jup+/+ mice and the Jup−/−

murine AC model, as well as HL-1 cardiomyocytes. Here we show
that acute inhibition of ADAM17 led to increased cardiomyocyte
cohesion in Jup+/+ and Jup−/− mice and in HL-1 cardiomyocytes. In
HL-1 cardiomyocytes, ADAM17 inhibition-induced positive
adhesiotropy was independent of EGFR and showed an increased
localization of DSG2 and DP at the cell borders. Ca2+-switch
experiments as well as immunoprecipitation experiments revealed
that the increased cellular cohesion was not mediated by an enhanced
desmosomal assembly or a strengthened desmosomal complex.

It has been shown that ADAM17 can cleave DSG2 (Bech-Serra
et al., 2006; Klessner et al., 2009; Wang et al., 2015). We therefore
hypothesized that the increase in cardiomyocyte cohesion upon
inhibition of ADAM17 could result from a reduced DSG2 cleavage
(Figure 6). Immunostainings supported this hypothesis, where we
observed an increase of DSG2 and DP localization at the cell
membrane after ADAM17 inhibition in HL-1 cardiomyocytes.

However, we were not able to detect cleaved DSG2 fragments. It
was previously shown that DSG2 cleavage by ADAM17 leads to
DSG2 internalization, resulting in desmosome disassembly
(Klessner et al., 2009). Therefore, upon ADAM17 inhibition,
DSG2 cleavage was prevented leading to the retention of
DSG2 at the membrane which further resulted in enhanced DP
protein localization at the membrane. Furthermore we observed
that neither known signaling pathways inducing positive
adhesiotropy, nor desmosomal assembly or the desmosomal
complex were changed. A possible mechanism by which
enhanced desmosomal stability and stronger cardiomyocyte
cohesion were achieved was by reduced DSG2 cleavage upon
inhibition of ADAM17, leading to the accumulation of DSG2 at
cell borders.

In keratinocytes, transactivation of the EGFR by ADAM17 increased
cellmigration (Maretzky et al., 2011), implyingweakened cellular cohesion.
Our data indicates that though ADAM17 inhibition strengthened
cardiomyocyte cohesion, EGFR does not seem to be required, as was
revealed by Egfr siRNA knockdown. However, Egfr knockdown efficiency,
though statistically significant, was weak (31%). Thus, it is possible that the
remaining EGFR protein levels were sufficient to mediate the TAPI-1
effect. Nevertheless, EGFR signaling was not affected by TAPI-1 treatment,
suggesting that EGFR might not be involved in ADAM17 inhibition-
mediated positive adhesiotropy. A recent study in keratinocytes also
revealed that ADAM17 inhibition did not alter EGFR signaling
(Kugelmann et al., 2022). In mice lacking DSG2, ADAM17 was
increased in 2 week old hearts (Ng et al., 2021). Furthermore, increased
levels of EGF, indicating an increased EGFR activity, also increased the
protein levels of ADAM17 (Santiago-Josefat et al., 2007). However, in our
Jup−/− mice, which express low levels of DSG2 and high levels of EGFR
(Shoykhet et al., 2022), ADAM17 protein levels were not significantly
increased. It has been suggested that the proteolytic activity of ADAM17 is
not regulated by protein levels, but by posttranslational modifications
(Dusterhoft et al., 2019). We found that in Jup−/−mice, phosphorylation of
p38MAPKwas increased. Since p38MAPKcan activateADAM17 (Xu and
Derynck, 2010; Xu et al., 2012), this might be of interest in understanding
the pathogenesis of AC. However, we did not find increased levels of active
ADAM17 in Jup−/− mice, nor did we observe increased threonine
phosphorylation in lysates pulled down for ADAM17. Indeed, in a
previous study, mutating ADAM17 at T735A or deleting its
cytoplasmic domain did not affect the activation of ADAM17 by
p38MAPK or IL-1β (Hall and Blobel, 2012). Apart from that, in
another desmosomal disease, pemphigus vulgaris (PV), an autoimmune
condition caused by autoantibodies against DSG1 and/or DSG3, which
leads to blister formation in skin and mucosa, p38MAPK is activated,
which can be recapitulated in vitro. Inhibition of p38MAPK reduced blister
formation in vivo in mice and in ex vivo human skin samples (Berkowitz
et al., 2006; Egu et al., 2017). The pathomechanisms of PV and AC are at
least in part similar. Indeed, we previously showed that inhibition of
p38MAPK in HL-1 cardiomyocytes as well as in Jup+/+ and Jup−/− mice
enhanced cardiomyocyte cohesion (Shoykhet et al., 2020). Based on
previous research and the above findings, it might be that the
upregulation of p38MAPK observed in Jup−/− mice activate ADAM17,
independent of ADAM17 phosphorylation at T735, resulting in
DSG2 cleavage and, thereby a loss of cardiomyocyte cohesion.
However, further studies of ADAM17 protease activity in Jup+/+ and
Jup−/− mice are warranted to address this hypothesis.

Our data suggest that short-term rather than long-term
ADAM17 inhibition has a positive adhesiotropic effect on

FIGURE 4
No change in desmosomal complex upon inhibition of ADAM17 by
TAPI-1. (A) Representative Western blots for immunoprecipitation of
DSG2 with quantification of co-immunoprecipitation (normalized to
DSG2 pulldown) of (B)DP, (C)DES and (D) PG. IgG heavy chain (IgG
hc) served as loading control for immunoprecipitated samples, *p ≤ 0.05,
unpaired Student’s t-test, N = 4 biological replicates.
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FIGURE 6
Proposed mechanism of action. Inhibition of ADAM17 by TAPI-1 enhanced the localization of DP and DSG2 at the membrane. Since we observed no
changes in desmosomal assembly or the desmosomal complex upon inhibition of ADAM17, we hypothesize that the increase in cardiomyocyte cohesion
upon inhibition of ADAM17 could result from reduced DSG2 cleavage. In contrast, without ADAM17 inhibition, basal ADAM17 activity leads to DSG2 cleavage
with subsequent desmosome disassembly.

FIGURE 5
Desmosomal assembly is not enhanced upon inhibition of ADAM17. (A) Dispase-based dissociation assays in HL-1 cardiomyocytes after a Ca2+-switch
followed by treatment with TAPI-1 for 90 min with representative pictures of the wells.N = 8, unpaired Student’s t-test, *p ≤ 0.05. (B)Maximum projections of
immunostainings in HL-1 cardiomyocytes for N-CAD and DSG2 showing no changes in N-CAD and DSG2 localization after a Ca2+-switch followed by TAPI-1
treatment. Z-scans spanning the whole cell volume, z-steps = 0.25 µm. Scale bar: 10 µm. (C)Quantification of colocalization of N-CAD andDSG2 inHL-
1 cardiomyocytes, *p ≤ 0.05, unpaired Student’s t-test. Each data point represents one image, N = 5 biological replicates.
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cardiomyocytes, since Adam17 knockdown or ADAM17 inhibition
for 24 h did not result in increased cardiomyocyte cohesion. We
hypothesize that other sheddases might be upregulated in response
to a longer decreased ADAM17 activity. In fact, it was previously
shown that ADAM15 and ADAM9 cleave DSG2 (Klessner et al.,
2009).

While ADAM17-deficient mice are not viable, a heart-specific
knockdown of Adam17 led to increased fibrosis and hypertrophy
after MI in mice (Fan et al., 2015; Fan et al., 2016). On the other
hand, ADAM17 is mediating angiotensin II-induced hypertrophy,
which was partly prevented by Adam17 knockdown or inhibition
(Wang et al., 2009; Takayanagi et al., 2016). Inhibition of
ADAM17 has been proposed as possible cancer treatment (Saad
et al., 2019). In mice with diabetic cardiomyopathy, inhibition of
ADAM17 ameliorated fibrosis and apoptosis, whereas
ADAM17 deficiency increased cell viability (Xue et al., 2022).
Here, we show that acute inhibition of ADAM17 via restoring
the loss of cardiomyocyte cohesion may be beneficial in AC
treatment. The three aspects, that a) inflammation is involved in
the pathogenesis of AC (Chelko et al., 2019; Lin et al., 2021), b)
ADAM17 causes inflammation (Dusterhoft et al., 2019) and c) our
new data, indicate that ADAM17 inhibition could be of therapeutic
potential in treating AC. While this approach is unlikely to be
suited as a long-term treatment option due to the detrimental
effects of prolonged ADAM inhibition (Calligaris et al., 2021),
acute inhibition of ADAM17 might be suitable as a treatment to
increase cardiomyocyte cohesion in AC.

Data availability statement

The original contributions presented in the study are included in
the article/Supplementary Material, further inquiries can be directed
to the corresponding author.

Ethics statement

The animal study was reviewed and approved by the regional
government of Upper Bavaria (Gz. ROB-55.2-2532. Vet_02-
19-172).

Author contributions

MSand SY acquired and analyzed the data and drafted themanuscript.
All authors proof-read the manuscript. JW and SY handled supervision of
the project. JW and SY made critical revision of the manuscript for
important intellectual content and designed the research.

Funding

This work was funded by the Deutsche Forschungsgemeinschaft
(grant WA2474/11-1 to JW).

Acknowledgments

We thank Kathleen Plietz and Kilian Skowranek for their help and
technical assistance.

Conflict of interest

The authors declare that the research was conducted in the
absence of any commercial or financial relationships that could be
construed as a potential conflict of interest.

Publisher’s note

All claims expressed in this article are solely those of the authors
and do not necessarily represent those of their affiliated organizations,
or those of the publisher, the editors and the reviewers. Any product
that may be evaluated in this article, or claim that may be made by its
manufacturer, is not guaranteed or endorsed by the publisher.

Supplementary material

The Supplementary Material for this article can be found online at:
https://www.frontiersin.org/articles/10.3389/fcell.2023.1021595/
full#supplementary-material

References

Akatsu, T., Nakamura, M., Satoh, M., and Hiramori, K. (2003). Increased mRNA expression
of tumour necrosis factor-alpha and its converting enzyme in circulating leucocytes of patients
with acute myocardial infarction. Clin. Sci. (Lond) 105, 39–44. doi:10.1042/CS20020367

Basso, C., Thiene, G., Corrado, D., Angelini, A., Nava, A., and Valente, M. (1996).
Arrhythmogenic right ventricular cardiomyopathy. Dysplasia, dystrophy, or myocarditis?
Circulation 94, 983–991. doi:10.1161/01.cir.94.5.983

Bech-Serra, J. J., Santiago-Josefat, B., Esselens, C., Saftig, P., Baselga, J., Arribas, J., et al.
(2006). Proteomic identification of desmoglein 2 and activated leukocyte cell adhesion
molecule as substrates of ADAM17 and ADAM10 by difference gel electrophoresis. Mol.
Cell Biol. 26, 5086–5095. doi:10.1128/MCB.02380-05

Berkowitz, P., Hu, P., Warren, S., Liu, Z., Diaz, L. A., and Rubenstein, D. S. (2006).
p38MAPK inhibition prevents disease in pemphigus vulgaris mice. Proc. Natl. Acad. Sci. U.
S. A. 103, 12855–12860. doi:10.1073/pnas.0602973103

Brown, M., and Lowe, D. G. (2007). Automatic panoramic image stitching using
invariant features. Int. J. Comput. Vis. 74, 59–73. doi:10.1007/s11263-006-0002-3

Calligaris, M., Cuffaro, D., Bonelli, S., Spano, D. P., Rossello, A., Nuti, E., et al. (2021).
Strategies to target ADAM17 in disease: From its discovery to the iRhom revolution.
Molecules 26, 944. doi:10.3390/molecules26040944

Campuzano, O., Alcalde, M., Iglesias, A., Barahona-Dussault, C., Sarquella-Brugada, G.,
Benito, B., et al. (2012). Arrhythmogenic right ventricular cardiomyopathy: Severe
structural alterations are associated with inflammation. J. Clin. Pathol. 65, 1077–1083.
doi:10.1136/jclinpath-2012-201022

Chelko, S. P., Asimaki, A., Lowenthal, J., Bueno-Beti, C., Bedja, D., Scalco, A., et al. (2019).
Therapeutic modulation of the immune response in arrhythmogenic cardiomyopathy.
Circulation 140, 1491–1505. doi:10.1161/CIRCULATIONAHA.119.040676

Dusterhoft, S., Lokau, J., and Garbers, C. (2019). The metalloprotease ADAM17 in
inflammation and cancer. Pathol. Res. Pract. 215, 152410. doi:10.1016/j.prp.2019.
04.002

Egu, D. T., Walter, E., Spindler, V., and Waschke, J. (2017). Inhibition of p38MAPK
signalling prevents epidermal blistering and alterations of desmosome structure induced
by pemphigus autoantibodies in human epidermis. Br. J. Dermatol 177, 1612–1618. doi:10.
1111/bjd.15721

Fan, D., Takawale, A., Shen, M., Samokhvalov, V., Basu, R., Patel, V., et al. (2016). A
disintegrin and metalloprotease-17 regulates pressure overload-induced myocardial
hypertrophy and dysfunction through proteolytic processing of integrin β1.
Hypertension 68, 937–948. doi:10.1161/HYPERTENSIONAHA.116.07566

Frontiers in Cell and Developmental Biology frontiersin.org09

Shoykhet et al. 10.3389/fcell.2023.1021595

https://www.frontiersin.org/articles/10.3389/fcell.2023.1021595/full#supplementary-material
https://www.frontiersin.org/articles/10.3389/fcell.2023.1021595/full#supplementary-material
https://doi.org/10.1042/CS20020367
https://doi.org/10.1161/01.cir.94.5.983
https://doi.org/10.1128/MCB.02380-05
https://doi.org/10.1073/pnas.0602973103
https://doi.org/10.1007/s11263-006-0002-3
https://doi.org/10.3390/molecules26040944
https://doi.org/10.1136/jclinpath-2012-201022
https://doi.org/10.1161/CIRCULATIONAHA.119.040676
https://doi.org/10.1016/j.prp.2019.04.002
https://doi.org/10.1016/j.prp.2019.04.002
https://doi.org/10.1111/bjd.15721
https://doi.org/10.1111/bjd.15721
https://doi.org/10.1161/HYPERTENSIONAHA.116.07566
https://www.frontiersin.org/journals/cell-and-developmental-biology
https://www.frontiersin.org
https://doi.org/10.3389/fcell.2023.1021595


Fan, D., Takawale, A., Shen, M., Wang, W., Wang, X., Basu, R., et al. (2015).
Cardiomyocyte A disintegrin and metalloproteinase 17 (ADAM17) is essential in post-
myocardial infarction repair by regulating angiogenesis. Circ. Heart Fail 8, 970–979.
doi:10.1161/CIRCHEARTFAILURE.114.002029

Fedak, P. W., Moravec, C. S., Mccarthy, P. M., Altamentova, S. M., Wong, A. P., Skrtic,
M., et al. (2006). Altered expression of disintegrin metalloproteinases and their inhibitor in
human dilated cardiomyopathy. Circulation 113, 238–245. doi:10.1161/
CIRCULATIONAHA.105.571414

Fedak, P. W., Smookler, D. S., Kassiri, Z., Ohno, N., Leco, K. J., Verma, S., et al. (2004).
TIMP-3 deficiency leads to dilated cardiomyopathy. Circulation 110, 2401–2409. doi:10.
1161/01.CIR.0000134959.83967.2D

Ghaderian, S. M., Akbarzadeh Najar, R., and Tabatabaei Panah, A. S. (2011). Tumor
necrosis factor-α: Investigation of gene polymorphism and regulation of TACE-TNF-α
system in patients with acute myocardial infarction.Mol. Biol. Rep. 38, 4971–4977. doi:10.
1007/s11033-010-0641-x

Guan, C., Zhang, H. F., Wang, Y. J., Chen, Z. T., Deng, B. Q., Qiu, Q., et al. (2021). The
downregulation of ADAM17 exerts protective effects against cardiac fibrosis by regulating
endoplasmic reticulum stress and mitophagy. Oxid. Med. Cell Longev. 2021, 5572088.
doi:10.1155/2021/5572088

Hall, K. C., and Blobel, C. P. (2012). Interleukin-1 stimulates ADAM17 through a
mechanism independent of its cytoplasmic domain or phosphorylation at threonine 735.
PLoS One 7, e31600. doi:10.1371/journal.pone.0031600

Klessner, J. L., Desai, B. V., Amargo, E. V., Getsios, S., and Green, K. J. (2009). EGFR and
ADAMs cooperate to regulate shedding and endocytic trafficking of the desmosomal
cadherin desmoglein 2. Mol. Biol. Cell 20, 328–337. doi:10.1091/mbc.e08-04-0356

Kugelmann, D., Anders, M., Sigmund, A. M., Egu, D. T., Eichkorn, R. A., Yazdi, A. S.,
et al. (2022). Role of ADAM10 and ADAM17 in the regulation of keratinocyte adhesion in
pemphigus vulgaris. Front. Immunol. 13, 884248. doi:10.3389/fimmu.2022.884248

Lin, Y. N., Ibrahim, A., Marban, E., and Cingolani, E. (2021). Pathogenesis of
arrhythmogenic cardiomyopathy: Role of inflammation. Basic Res. Cardiol. 116, 39.
doi:10.1007/s00395-021-00877-5

Lu, J., Wang, X., Wang, W., Muniyappa, H., Hu, C., Mitra, S., et al. (2012). LOX-1
abrogation reduces cardiac hypertrophy and collagen accumulation following chronic
ischemia in the mouse. Gene Ther. 19, 522–531. doi:10.1038/gt.2011.133

Maretzky, T., Evers, A., Zhou, W., Swendeman, S. L., Wong, P. M., Rafii, S., et al. (2011).
Migration of growth factor-stimulated epithelial and endothelial cells depends on EGFR
transactivation by ADAM17. Nat. Commun. 2, 229. doi:10.1038/ncomms1232

Ng, K. E., Delaney, P. J., Thenet, D., Murtough, S., Webb, C. M., Zaman, N., et al. (2021).
Early inflammation precedes cardiac fibrosis and heart failure in desmoglein 2 murine
model of arrhythmogenic cardiomyopathy. Cell Tissue Res. 386, 79–98. doi:10.1007/
s00441-021-03488-7

Palaniyappan, A., Uwiera, R. R., Idikio, H., Menon, V., Jugdutt, C., and Jugdutt, B. I.
(2013). Attenuation of increased secretory leukocyte protease inhibitor, matricellular
proteins and angiotensin II and left ventricular remodeling by candesartan and
omapatrilat during healing after reperfused myocardial infarction. Mol. Cell Biochem.
376, 175–188. doi:10.1007/s11010-013-1565-2

Saad, M. I., Rose-John, S., and Jenkins, B. J. (2019). ADAM17: An emerging therapeutic
target for lung cancer. Cancers (Basel) 11, 1218. doi:10.3390/cancers11091218

Saftig, P., and Reiss, K. (2011). The "A disintegrin and metalloproteases" ADAM10 and
ADAM17: Novel drug targets with therapeutic potential? Eur. J. Cell Biol. 90, 527–535.
doi:10.1016/j.ejcb.2010.11.005

Santiago-Josefat, B., Esselens, C., Bech-Serra, J. J., and Arribas, J. (2007). Post-
transcriptional up-regulation of ADAM17 upon epidermal growth factor receptor
activation and in breast tumors. J. Biol. Chem. 282, 8325–8331. doi:10.1074/jbc.
M608826200

Satoh, M., Iwasaka, J., Nakamura, M., Akatsu, T., Shimoda, Y., and Hiramori, K. (2004).
Increased expression of tumor necrosis factor-alpha converting enzyme and tumor
necrosis factor-alpha in peripheral blood mononuclear cells in patients with advanced
congestive heart failure. Eur. J. Heart Fail 6, 869–875. doi:10.1016/j.ejheart.2004.02.007

Satoh, M., Nakamura, M., Saitoh, H., Satoh, H., Maesawa, C., Segawa, I., et al. (1999).
Tumor necrosis factor-alpha-converting enzyme and tumor necrosis factor-alpha in

human dilated cardiomyopathy. Circulation 99, 3260–3265. doi:10.1161/01.cir.99.25.
3260

Satoh, M., Nakamura, M., Satoh, H., Saitoh, H., Segawa, I., and Hiramori, K. (2000).
Expression of tumor necrosis factor-alpha--converting enzyme and tumor necrosis factor-
alpha in human myocarditis. J. Am. Coll. Cardiol. 36, 1288–1294. doi:10.1016/s0735-
1097(00)00827-5

Schinner, C., Erber, B. M., Yeruva, S., Schlipp, A., Rotzer, V., Kempf, E., et al. (2020).
Stabilization of desmoglein-2 binding rescues arrhythmia in arrhythmogenic
cardiomyopathy. JCI Insight 5, e130141. doi:10.1172/jci.insight.130141

Schinner, C., Vielmuth, F., Rotzer, V., Hiermaier, M., Radeva, M. Y., Co, T. K., et al.
(2017). Adrenergic signaling strengthens cardiac myocyte cohesion. Circ. Res. 120,
1305–1317. doi:10.1161/CIRCRESAHA.116.309631

Shi, H., Li, H., Zhang, F., Xue, H., Zhang, Y., and Han, Q. (2021). MiR-26a-5p alleviates
cardiac hypertrophy and dysfunction via targeting ADAM17. Cell Biol. Int. 45, 2357–2367.
doi:10.1002/cbin.11685

Shoykhet, M., Dervishi, O., Menauer, P., Hiermaier, M., Osterloh, C., Ludwig, R. J., et al.
(2022). EGFR inhibition led ROCK activation enhances desmosome assembly and
cohesion in cardiomyocytes. bioRxiv. Available at: https://www.biorxiv.org/content/
biorxiv/early/2022/06/21/2022.04.27.489705.full.

Shoykhet, M., Trenz, S., Kempf, E., Williams, T., Gerull, B., Schinner, C., et al. (2020).
Cardiomyocyte adhesion and hyperadhesion differentially require ERK1/2 and
plakoglobin. JCI Insight 5, e140066. doi:10.1172/jci.insight.140066

Takayanagi, T., Forrester, S. J., Kawai, T., Obama, T., Tsuji, T., Elliott, K. J., et al. (2016).
Vascular ADAM17 as a novel therapeutic target in mediating cardiovascular hypertrophy
and perivascular fibrosis induced by angiotensin II. Hypertension 68, 949–955. doi:10.
1161/HYPERTENSIONAHA.116.07620

Van Der Voorn, S. M., Te Riele, A., Basso, C., Calkins, H., Remme, C. A., and Van Veen,
T. A. B. (2020). Arrhythmogenic cardiomyopathy: Pathogenesis, pro-arrhythmic
remodelling, and novel approaches for risk stratification and therapy. Cardiovasc Res.
116, 1571–1584. doi:10.1093/cvr/cvaa084

Wang, H., Ducournau, C., Saydaminova, K., Richter, M., Yumul, R., Ho, M., et al. (2015).
Intracellular signaling and desmoglein 2 shedding triggered by human adenoviruses Ad3,
Ad14, and Ad14P1. J. Virol. 89, 10841–10859. doi:10.1128/JVI.01425-15

Wang, X., Oka, T., Chow, F. L., Cooper, S. B., Odenbach, J., Lopaschuk, G. D., et al.
(2009). Tumor necrosis factor-alpha-converting enzyme is a key regulator of agonist-
induced cardiac hypertrophy and fibrosis. Hypertension 54, 575–582. doi:10.1161/
HYPERTENSIONAHA.108.127670

Xu, P., and Derynck, R. (2010). Direct activation of TACE-mediated ectodomain
shedding by p38 MAP kinase regulates EGF receptor-dependent cell proliferation.
Mol. Cell 37, 551–566. doi:10.1016/j.molcel.2010.01.034

Xu, P., Liu, J., Sakaki-Yumoto, M., and Derynck, R. (2012). TACE activation by MAPK-
mediated regulation of cell surface dimerization and TIMP3 association. Sci. Signal 5, ra34.
doi:10.1126/scisignal.2002689

Xue, F., Cheng, J., Liu, Y., Cheng, C., Zhang, M., Sui, W., et al. (2022). Cardiomyocyte-
specific knockout of ADAM17 ameliorates left ventricular remodeling and function in
diabetic cardiomyopathy of mice. Signal Transduct. Target Ther. 7, 259. doi:10.1038/
s41392-022-01054-3

Yeruva, S., Kempf, E., Egu, D. T., Flaswinkel, H., Kugelmann, D., andWaschke, J. (2020).
Adrenergic signaling-induced ultrastructural strengthening of intercalated discs via
plakoglobin is crucial for positive adhesiotropy in murine cardiomyocytes. Front.
Physiol. 11, 430. doi:10.3389/fphys.2020.00430

Zhang, P., Shen, M., Fernandez-Patron, C., and Kassiri, Z. (2016). ADAMs family and
relatives in cardiovascular physiology and pathology. J. Mol. Cell Cardiol. 93, 186–199.
doi:10.1016/j.yjmcc.2015.10.031

Zhu, J., and Steinberg, S. F. (2021). β1-adrenergic receptor N-terminal cleavage by
ADAM17; the mechanism for redox-dependent downregulation of cardiomyocyte
β1-adrenergic receptors. J. Mol. Cell Cardiol. 154, 70–79. doi:10.1016/j.yjmcc.2021.
01.012

Zunke, F., and Rose-John, S. (2017). The shedding protease ADAM17: Physiology and
pathophysiology. Biochim. Biophys. Acta Mol. Cell Res. 1864, 2059–2070. doi:10.1016/j.
bbamcr.2017.07.001

Frontiers in Cell and Developmental Biology frontiersin.org10

Shoykhet et al. 10.3389/fcell.2023.1021595

https://doi.org/10.1161/CIRCHEARTFAILURE.114.002029
https://doi.org/10.1161/CIRCULATIONAHA.105.571414
https://doi.org/10.1161/CIRCULATIONAHA.105.571414
https://doi.org/10.1161/01.CIR.0000134959.83967.2D
https://doi.org/10.1161/01.CIR.0000134959.83967.2D
https://doi.org/10.1007/s11033-010-0641-x
https://doi.org/10.1007/s11033-010-0641-x
https://doi.org/10.1155/2021/5572088
https://doi.org/10.1371/journal.pone.0031600
https://doi.org/10.1091/mbc.e08-04-0356
https://doi.org/10.3389/fimmu.2022.884248
https://doi.org/10.1007/s00395-021-00877-5
https://doi.org/10.1038/gt.2011.133
https://doi.org/10.1038/ncomms1232
https://doi.org/10.1007/s00441-021-03488-7
https://doi.org/10.1007/s00441-021-03488-7
https://doi.org/10.1007/s11010-013-1565-2
https://doi.org/10.3390/cancers11091218
https://doi.org/10.1016/j.ejcb.2010.11.005
https://doi.org/10.1074/jbc.M608826200
https://doi.org/10.1074/jbc.M608826200
https://doi.org/10.1016/j.ejheart.2004.02.007
https://doi.org/10.1161/01.cir.99.25.3260
https://doi.org/10.1161/01.cir.99.25.3260
https://doi.org/10.1016/s0735-1097(00)00827-5
https://doi.org/10.1016/s0735-1097(00)00827-5
https://doi.org/10.1172/jci.insight.130141
https://doi.org/10.1161/CIRCRESAHA.116.309631
https://doi.org/10.1002/cbin.11685
https://www.biorxiv.org/content/biorxiv/early/2022/06/21/2022.04.27.489705.full
https://www.biorxiv.org/content/biorxiv/early/2022/06/21/2022.04.27.489705.full
https://doi.org/10.1172/jci.insight.140066
https://doi.org/10.1161/HYPERTENSIONAHA.116.07620
https://doi.org/10.1161/HYPERTENSIONAHA.116.07620
https://doi.org/10.1093/cvr/cvaa084
https://doi.org/10.1128/JVI.01425-15
https://doi.org/10.1161/HYPERTENSIONAHA.108.127670
https://doi.org/10.1161/HYPERTENSIONAHA.108.127670
https://doi.org/10.1016/j.molcel.2010.01.034
https://doi.org/10.1126/scisignal.2002689
https://doi.org/10.1038/s41392-022-01054-3
https://doi.org/10.1038/s41392-022-01054-3
https://doi.org/10.3389/fphys.2020.00430
https://doi.org/10.1016/j.yjmcc.2015.10.031
https://doi.org/10.1016/j.yjmcc.2021.01.012
https://doi.org/10.1016/j.yjmcc.2021.01.012
https://doi.org/10.1016/j.bbamcr.2017.07.001
https://doi.org/10.1016/j.bbamcr.2017.07.001
https://www.frontiersin.org/journals/cell-and-developmental-biology
https://www.frontiersin.org
https://doi.org/10.3389/fcell.2023.1021595

	Cardiomyocyte cohesion is increased after ADAM17 inhibition
	1 Introduction
	2 Materials and methods
	2.1 Cell culture
	2.2 Murine AC model and cardiac slice cultures
	2.3 Mediators and reagents
	2.4 Lysate preparation
	2.5 Western blot analyses
	2.6 Dispase-based dissociation assays
	2.7 Immunostainings
	2.8 Immunoprecipitation
	2.9 Sulfo-EGS crosslinking
	2.10 Imaging and statistics

	3 Results
	3.1 ADAM17 inhibition by TAPI-1 induces positive adhesiotropy in a murine model for AC
	3.2 ADAM17 inhibition leads to increased cellular cohesion in HL-1 cardiomyocytes without changes in EGF receptor (EGFR) si ...
	3.3 ADAM17 inhibition increases DSG2 localization at the membrane
	3.4 No alterations in the desmosomal complex upon inhibition of ADAM17
	3.5 The increase in cardiomyocyte cohesion is not caused by enhanced desmosomal assembly

	4 Discussion
	Data availability statement
	Ethics statement
	Author contributions
	Funding
	Acknowledgments
	Conflict of interest
	Publisher’s note
	Supplementary material
	References


