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Aims Arrhythmogenic cardiomyopathy (ACM) is a myocardial disease caused mainly by mutations in genes encoding des-
mosome proteins ACM patients present with ventricular arrhythmias, cardiac dysfunction, sudden cardiac death,
and a subset with fibro-fatty infiltration of the right ventricle predominantly. Endurance exercise is thought to
exacerbate cardiac dysfunction and arrhythmias in ACM. The objective was to determine the effects of treadmill
exercise on cardiac phenotype, including myocyte gene expression in myocyte-specific desmoplakin (Dsp) haplo-
insufficient (Myh6-Cre:DspW/F) mice.

....................................................................................................................................................................................................
Methods
and results

Three months old sex-matched wild-type (WT) and Myh6-Cre:DspW/F mice with normal cardiac function, as
assessed by echocardiography, were randomized to regular activity or 60 min of daily treadmill exercise (5.5 kJ
work per run). Cardiac myocyte gene expression, cardiac function, arrhythmias, and myocardial histology, including
apoptosis, were analysed prior to and after 3 months of routine activity or treadmill exercise. Fifty-seven and 781
genes were differentially expressed in 3- and 6-month-old Myh6-Cre:DspW/F cardiac myocytes, compared to the cor-
responding WT myocytes, respectively. Genes encoding secreted proteins (secretome), including inhibitors of the
canonical WNT pathway, were among the most up-regulated genes. The differentially expressed genes (DEGs) pre-
dicted activation of epithelial–mesenchymal transition (EMT) and inflammation, and suppression of oxidative phos-
phorylation pathways in the Myh6-Cre:DspW/F myocytes. Treadmill exercise restored transcript levels of two-third
(492/781) of the DEGs and the corresponding dysregulated transcriptional and biological pathways, including EMT,
inflammation, and secreted inhibitors of the canonical WNT. The changes were associated with reduced myocardial
apoptosis and eccentric cardiac hypertrophy without changes in cardiac function.

....................................................................................................................................................................................................
Conclusion Treadmill exercise restored transcript levels of the majority of dysregulated genes in cardiac myocytes, reduced

myocardial apoptosis, and induced eccentric cardiac hypertrophy without affecting cardiac dysfunction in a mouse
model of ACM. The findings suggest that treadmill exercise has potential beneficial effects in a subset of cardiac
phenotypes in ACM.

� � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � �

* Corresponding author. Tel: þ1 713 500 2350; fax: 713 838 0313, E-mail: Ali.J.Marian@uth.tmc.edu

Published on behalf of the European Society of Cardiology. All rights reserved. VC The Author(s) 2019. For permissions, please email: journals.permissions@oup.com.

Cardiovascular Research (2020) 116, 1199–1213
doi:10.1093/cvr/cvz199

http://orcid.org/0000-0002-4183-4939
http://orcid.org/0000-0003-4973-9503
http://orcid.org/0000-0002-1252-7120


..

..

..

..

..

..

..

..

..

..

..

..

..

..

..

..

..

..

..

..

..

..

..

..

..

..

..

..

..

..

..

..

..

.

....................................................................................................................................................................................................
Keywords Arrhythmogenic cardiomyopathy • Exercise • Gene expression

1. Introduction

Arrhythmogenic cardiomyopathy (ACM) is a primary disease of the
myocardium caused mainly by mutations in genes encoding intercalated
discs (IDs), particularly desmosome proteins.1,2 Patients with ACM typi-
cally present with ventricular arrhythmias, which often occur early and in
the absence of discernible cardiac dysfunction.1,2 Early ventricular
arrhythmias are distinct from late ventricular and supra-ventricular
arrhythmias, which typically occur in conjunction with cardiac dysfunc-
tion, as in other forms of heart failure.1,2 A histological hallmark of the
classic form of ACM is fibro-fatty replacement of the myocardium, which
manifests predominantly but not exclusively in the right ventricle, partic-
ularly in a subset referred to as arrhythmogenic right ventricular cardi-
omyopathy. Cardiac dysfunction typically occurs late and is progressive,
leading to refractory heart failure.1,2 ACM is an important cause of sud-
den cardiac death, particularly in athletes.3–5

Mutations in PKP2, DSP, DSG2, DSC2, and JUP genes, encoding desmo-
some proteins plakophilin 2, desmoplakin, desmoglein 2, desmocollin 2,
and junction protein plakoglobin, respectively, are major causes of
ACM.1,2 Mutations in several other genes are also implicated as causes of
ACM.2,6 The causal genes in a subset of ACM, particularly, in the spo-
radic cases, remain to be identified.

Desmosomes, which are members of the IDs, are abundantly present
in cardiac myocytes and at low levels in other cardiac cell types.7,8

Desmosomes are responsible for myocyte–myocyte attachment and
maintaining mechanical integrity of the myocardium.9 They are also sig-
nalling hubs for mechano-sensing pathways, including the Hippo and the
canonical WNT pathways, which are implicated in the pathogenesis of
ACM.9–12

Observational studies in patients with ACM suggest that intense en-
durance exercise accentuates cardiac phenotype by promoting cardiac
dysfunction and ventricular arrhythmias.1,13–15 Accordingly, patients with
ACM and individuals carrying mutations in genes encoding desmosome
proteins are considered at an increased risk of developing heart failure
and cardiac arrhythmias upon exercising.13,16 Therefore, they are dis-
couraged from participation in heavy physical activity and endurance
training.17,18 The apparent deleterious effects of exercise in ACM are in
contrast to the beneficial effects of exercise observed in various cardiac
pathologies, including post-myocardial infarction cardiac remodelling.19–

23 Experimental data in mouse models implicate increased mechanical
stress due to haemodynamic overload as a mechanism for cardiac dys-
function in ACM.24,25

Partial delineation of the causal mutations in genes encoding desmo-
some proteins has offered an opportunity to investigate the molecular
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basis of the apparent deleterious effects of exercise in ACM.26

Experimental data in mouse models of ACM support the potential dele-
terious effects of sustained exercise on cardiac function. The deleterious
effects of exercise presumably result from an increased mechanical
stress due to increased haemodynamic load during exercise as reducing
preload has been reported to attenuate the effects.24,25 Thus, the objec-
tive of the present study was to identify the molecular pathways that me-
diate the effects of treadmill exercise on cardiac phenotype in the Myh6-
Cre:DspW/F mouse model of ACM. The Myh6-Cre:DspW/F mice, first pub-
lished in 2006, do not show a discernible phenotype within the first cou-
ple of months after birth, as these mice exhibit a normal cardiac function
and do not show cardiac arrhythmias or fibro-adiposis. By 6 months of
age, the Myh6-Cre:DspW/F mice exhibit cardiac systolic dysfunction and
mild myocardial fibrosis.10 The phenotype fully evolves within a year and
is manifested as increased mortality, cardiac systolic dysfunction, induc-
ible ventricular arrhythmias, and fibro-adiposis. The phenotype involves
both ventricles and there are no discernible differences in cardiac systolic
function between male and female mice.10

2. Methods

Detailed material and methods are provided as Supplementary material
online.

2.1 Data sharing
RNA-sequencing (RNA-Seq) data have been submitted to GEO
(GSE129962). Detailed material and methods are available in
Supplementary material online.

2.2 Regulatory approvals
Animal studies were in accord with the NIH Guide for the Care and Use
of Laboratory Animals published and approved by the Animal Care and
Use Committee (AWC-18-0048).

2.3 Myh6-Cre:DspW/F mice
The phenotype in the Myh6-Cre:DspW/F mice has been published.10

Sequence of the oligonucleotide primers used for genotyping is provided
in Supplementary material online, Table S1.

2.4 Anaesthesia and euthanasia
Anaesthesia was induced with 4–5% inhaled isoflurane and was main-
tained at 2% isoflurane inhalation throughout the procedure. To isolate
cardiac myocytes, anaesthesia was induced with one-time intraperitoneal
injection of pentobarbital at 50 mg/kg dose. Mice were euthanized by
100% CO2 inhalation followed by cervical dislocation.

2.5 Exercise protocol
The study design is shown in Supplementary material online Figure S1.
Three months old wild-type (WT) and Myh6-Cre:DspW/F mice with nor-
mal cardiac function were randomized to either regular activity or tread-
mill exercise. Mice were subjected to a 60-min treadmill run with a
stepwise increase in slope and speed delivering 5.5 kJ work per day for a
30 g mouse (Supplementary material online,Table S2).

2.6 Isolation of adult mouse cardiac
myocytes
Adult mouse cardiac myocytes were isolated as per a well-established
protocol and as reported previously, with minor modifications.27,28 The

perfusion method enables isolation of cardiac myocytes from non-
myocyte cells and includes myocytes from both ventricles, which were
used in these experiments.27

2.7 RNA-sequencing
Bulk RNA-Seq was performed, as published (N = 5 per group, matched
for age and sex).11,28 Total RNA was extracted from isolated cardiac
myocytes and samples with an RNA Integrity Number (RIN) of >8 were
used to generate strand-specific sequencing libraries after depletion of
rRNA. Sequencing was performed on the Illumina HiSeq 4000 instru-
ment using the paired-end sample preparation chemistry.

Raw RNA sequencing reads were mapped to the mouse reference ge-
nome build 10 by Tophat2.29 Mapped reads were counted using the fea-
ture counts.30 Differentially expressed genes (DEGs) were identified
using the edgeR package in R statistical programme. Significance level for
the DEGs was set at q < 0.05. For comparisons across time points, data
were normalized using the Remove Unwanted Variation (RUVr)
method, as implemented in the R scientific analysis platform.31

2.8 Pathway analysis
Gene set enrichment analysis (GSEA, version 2.2.3) was performed on
normalized count per million (CPM) or on ranked gene lists. Significance
level was set at q < 0.05.32 Molecular signature database 3.0 curated gene
sets for hallmark and canonical pathways were used for the analysis.

2.9 Identification of upstream regulators
Upstream regulators of the dysregulated genes were predicted using
Ingenuity pathway analysis software. A Z score of >_2 OR <_-2 and
q < 0.05 were considered significant.

2.10 Quantitative RT-PCR (qPCR)
Transcript levels of selected genes were quantified by qPCR.28,33–35

Target gene expression levels were normalized to Gapdh mRNA levels
and compared using the DCT method. The list of TaqMan assays and oli-
gonucleotide primers are provided in Supplementary material online,
Table S1.

2.11 Echocardiography
M- and B-mode mouse echocardiography was performed in age- and
sex-matched littermates using a Vevo 1100 ultrasound imaging system
equipped with a 22-55 MHz MicroScan transducer, as
published.8,11,28,33,34,36

2.12 Electrophysiological studies
Electrophysiological studies were performed using standard clinical pac-
ing protocols.7,37 Ventricular tachycardia (VT) susceptibility was assessed
by overdrive pacing and by delivering single, double, and triple extra-
stimuli at the baseline and after intraperitoneal injection with 2 mg/kg iso-
proterenol or 2 mg/kg isoproterenol with 120 mg/kg caffeine. Cardiac
rhythm was also monitored for 1 h in each mouse.

2.13 Gross morphology
Heart weight to body weight ratio was calculated and the mean values
were compared among the groups.34

2.14 Quantification of myocardial fibrosis
Thin myocardial sections were stained for Picrosirius Red, and collagen
volume fraction (CVF) was quantified, as published.7,8,28,33
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2.15 Immunoblotting
Immunoblotting was performed using 50–100mg of protein lysates28,38

Targeted proteins were detected using specific primary antibodies and
the respective horseradish linked secondary antibodies, as listed in
Supplementary material online, Table S1.

2.16 Immunofluorescence
Expression and localization of the proteins of interest were detected in
thin myocardial frozen sections upon probing with the corresponding
primary antibodies and incubation with the secondary antibody con-
jugates.7,28,34 Supplementary material online, Table S1 lists antibodies
used in immunofluorescence studies.

2.17 TUNEL assay
Apoptosis was detected by terminal deoxynucleotidyl transferase dUTP
nick end labelling (TUNEL) assay, using In-Situ Cell Death Detection
Fluorescein Kit.10,28 The percentage of nuclei stained positive for
TUNEL of a total of 12 000 to 20 000 cells was calculated in each heart
and compared.

2.18 Wheat Germ Agglutinin staining
Wheat Germ Agglutinin staining was performed as described previously
with minor modifications.39 The number of myocytes in each thin myo-
cardial section was determined upon staining with an antibody against
pericentriolar membrane protein (PCM1), which tags myocyte nuclei in
the heart.40,41 At least 10 fields per section, 5 sections per mouse and 4–
5 mice per genotype were analysed, representing about 12 000 to
20 000 cells per each mouse heart.

2.19 Secretome analysis
The list of mouse genes coding for secreted proteins (secretome) were
obtained from the publicly available curated databases, which list 2332
genes.42,43 DEGs were compared with the secretome gene dataset to
identify those encoding the secretome and assess its enrichment in the
Myh6-Cre:DspW/F myocytes.

2.20 Statistical methods
Statistical analyses were performed either using GraphPad Prism 7 or
STATA IC 15.1 and were as published.7,28,33 In brief, data were pre-
sented as mean ± standard deviation. Gaussian distribution of the data
was determined using the Shapiro–Wilk normality test. Normally distrib-
uted data were compared using t-test between two groups and by analy-
sis of variance (ANOVA) among multiple groups. The latter was
followed by Bonferroni pairwise comparison test to compare differences
between two specific groups. Data that departed from normality and
non-parametric variables were compared by Mann–Whitney or
Kruskal–Wallis test.

Statistical analyses of RNA-Seq data were as described above under
each section. Genomic statistical results are depicted in each figure.

3. Results

3.1 Differentially expressed genes in
cardiac myocytes isolated from Myh6-
Cre:DspW/F mice
To identify DEGs, total RNA, extracted from cardiac myocytes isolated
from the hearts of 3 or 6 months old WT and Myh6-Cre:DspW/F mice

(N = 5 per group), was depleted from ribosomal RNA and analysed by
RNA sequencing (RNA-Seq). The time point of 3 months was chosen,
based on the previous data, to capture cardiac myocyte transcriptome
prior to manifestation of major morphological, histological and functional
phenotypes in the Myh6-Cre:DspW/F mice.10 The timepoint of 6 months
enabled detection of early transcriptomic changes that coincide with the
gradual evolution of cardiac phenotype in the Myh6-Cre:DspW/F mice.10

Analysis of transcripts of cardiac myocytes isolated from 3 months old
WT and Myh6-Cre:DspW/F mice showed only 56 DEGs (out of 11 582
gene analysed by RNA-Seq), which were comprised of 21 up-regulated
and 35 down-regulated genes with q < 0.05 (Supplementary material on-
line, Figure S2). Serinc2 encoding serine incorporator 2, was the most
up-regulated (17.8-fold, q = 0.001) and Ephbl4, encoding ephrin type-B
receptor 1, was the most down-regulated (8.4-fold, q = 0.00002) genes
in the Myh6-Cre:DspW/F cardiac myocytes. The ontology classification of
the dysregulated gene is shown in Supplementary material online, Figure
S2, albeit the number of DEGs was rather small to make a reliable
prediction.

Transcriptome analysis of cardiac myocytes isolated from 6 months
old WT and Myh6-Cre:DspW/F mice (N = 5 per group) was notable for
differential expression of 781/11 122 genes (�7% of gene analysed by
RNA-Seq) at a q-value of <0.05 in the Myh6-Cre:DspW/F as compared to
WT cardiac myocytes (Figure 1A). Transcript levels of 614 (5.5%) genes
were increased, whereas those of 167 (1.5%) were suppressed (Figure
1A and B). Transcript levels of the top DEGs were quantified by qPCR
and the results were in accord with the RNA-Seq findings, as all 18 genes
tested by both methods showed changes in the same direction (Figure
1C and Supplementary material online, Table S3). Ingenuity pathway
analysis of top differentially up-regulated transcripts were predicted to
be targets of IRF1, 3, and 7 involved in inflammatory responses, canonical
WNT signalling, and transforming growth factor b (TGFB) family (Figure
1D). In contrast, the down-regulated genes were targets of transcrip-
tional factors regulating metabolism (such as SIRT1), negative regulator
of extracellular matrix proteins (such as SMAD7), and chromatin modi-
fiers (such as CBX5 and TRIM24) (Figure 1E). The corresponding
predicted biological pathway pertained to activation of epithelial–mesen-
chymal transition (EMT), and inflammatory responses and suppression
of oxidative phosphorylation (Figure 1F).

3.2 Temporal evolution of cardiac
transcriptome
Analysis of the cardiac myocyte transcriptome at two time points of 3
and 6 months of age enabled genotype-dependent assessment of
changes in gene expression during the course of evolving cardiac pheno-
type. Comparing the transcriptome profiles of myocytes isolated from
3- and 6-month-old WT mice led to identification of 310 DEGs
(q < 0.05), which was comprised of 251 up-regulated and 59 down-
regulated genes (Supplementary material online, Figure S3). Pathway
analysis did not identify significantly dysregulated biological pathways be-
tween 3- and 6-month-old myocytes in the WT mice (Supplementary
material online, Figure S3).

The interval change in gene expression in myocytes isolated from 3-
and 6-month-old Myh6-Cre:DspW/F mice was remarkable for 1643 DEGs
(q < 0.05), which included 1405 up-regulated and 238 down-regulated
genes (Supplementary material online, Figure S4). The five-fold higher
number of DEGs between the two time points of 3 and 6 months in the
Myh6-Cre:DspW/F myocytes, as compared to the WT myocytes, reflects
the genotype effects and is in accord with the temporal onset of
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Figure 1 Cardiac myocyte transcriptome in Myh6-Cre:DspW/F mice. (A) Volcano plot showing down-regulated and up-regulated genes in cardiac myocytes
isolated from 6 months old Myh6-Cre:DspW/F as compared to wild type (WT) mice (N = 5 per group). (B) Heat map of the differentially expressed genes
(DEGs). (C) Quantitative PCR validation of the top up-regulated and down-regulated genes in cardiac myocytes isolated from 6-month-old wild type and
Myh6-Cre:DspW/F mice (N = 5). (D and E) Transcriptional factors (TFs) predicted to be activated (C) and suppressed (D) in Myh6-Cre:DspW/F myocytes. The
X-axis represents -log10 q value, the Y-axis represents Z score, and the Z-axis represents number of target genes of the transcription factor present in
the differentially expressed genes with q < 0.05. (F) Dysregulated biological pathways corresponding to the DEGs with q < 0.05 (Y-axis represents Z score).
P-values were calculated by t-test for normally distributed data and Mann–Whitney test for those departing from normality.
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expression of histological and functional phenotypes in the Myh6-
Cre:DspW/F mice.10 The up-regulated genes were identified as targets of
STAT1, SMARCA4, HIF1, and TCF7L2 transcription factors, whereas
the down-regulated genes were recognized as targets of SMAD7,
TRIM24, and SIRT1 among others (Supplementary material online, Figure
S4). Accordingly, genes involved in EMT, fibrosis, inflammatory response,
and apoptosis were among the significantly up-regulated genes in
6 months compared to 3 months old Myh6-Cre:DspW/F cardiac myocytes
(Supplementary material online, Figure S4). In contrast, genes involved in
oxidative phosphorylation and fatty acid metabolism were significantly
suppressed during this time interval.

To identify temporal changes in gene expression specific to the geno-
types, the interval changes in gene expression between WT and Myh6-
Cre:DspW/F myocytes were compared. The analyses identified 114/1643
(7%) DEGs that were common to both genotypes, of which 96 were up-
regulated and 18 down-regulated (Supplementary material online, Figure
S5). There were 1529 DEGs that were specific to Myh6-Cre:DspW/F myo-
cytes, of which 1309 were up-regulated and 220 down-regulated
(Supplementary material online, Figure S5). Altered transcriptional regu-
lators and biological pathways predicted by the above sets of DEGs,
were largely similar to those found when comparing the transcriptomes
in 6 months old WT and Myh6-Cre:DspW/F myocytes (Figure 1 and
Supplementary material online, Figure S5).

3.3 Morphological, histological, and
functional phenotypes corresponding to
transcriptomic changes
Consistent with the scant number of DEGs at 3 months of age, heart
weight/body weight ratio, and CVF were similar between the two geno-
types, as were the mean number of adipocytes, defined as cells contain-
ing fat droplets, in the heart and the myocyte cross-sectional area
(Supplementary material online, Figure S6). However, the mean number
of cells stained positive for the TUNEL assay in thin myocardial sections
was increased modestly in the Myh6-Cre:DspW/F hearts (Supplementary
material online, Figure S6). Cardiac size and function, as determined by
echocardiography, were comparable between the two genotypes, ex-
cept for a trend towards increased left ventricular end-systolic diameter
(LVESD) in the Myh6-Cre:DspW/F as compared to WT mice
(Supplementary material online,Table S4).

Histological and functional phenotypes in the 6 months old Myh6-
Cre:DspW/F mice were largely in accord with the published data.10 CVF
and the mean number of TUNEL positive cells in the myocardium were
increased in the Myh6-Cre:DspW/F as compared to WT hearts
(Supplementary material online, Figure S7). Heart weight/body weight ra-
tio, the mean number of adipocytes, and mean myocyte cross-sectional
areas were not different between the two genotypes (Supplementary
material online, Figure S7). However, the Myh6-Cre:DspW/F mice exhib-
ited echocardiographic evidence of left ventricular dysfunction, including
increased LVESD and reduced left ventricular fractional shortening
(LVFS), as compared to the corresponding WT mice (Supplementary
material online, Table S5). Functional and histological findings are consis-
tent with early stages of evolution of cardiac phenotype in the Myh6-Cre-
DspW/F mice.

3.4 Effects of treadmill exercise on cardiac
myocyte transcripts
Three months old WT and Myh6-Cre:DspW/F mice with a normal cardiac
function, as determined by echocardiography, were randomized to

regular activity or one hour of daily treadmill exercise, delivering 5.5 kJ
work per session, for 3 months (Supplementary material online, Figure
S1, Table S2). All except one Myh6-Cre:DspW/F mouse completed the ex-
ercise protocol. One Myh6-Cre:DspW/F mouse stopped exercising after
2.5 months. Echocardiography at this time point showed severe left ven-
tricular dysfunction. The mouse was euthanized for isolation of cardiac
myocytes and RNA extraction. There was no death in either group dur-
ing the 3 months of daily treadmill exercise.

Treadmill exercise led to differential gene expression in the WT as
well as Myh6-Cre-DspW/F mice, as compared to the corresponding mice
assigned to the regular activity group. In the WT mice, transcript levels
of 2529 genes were altered in the treadmill exercise group, which per-
tained to 1390 up-regulated and 1139 down-regulated genes
(Supplementary material online, Figure S8A and B, all q < 0.05). The up-
regulated genes were identified as targets of MEF2C and SMARCB1
transcription factor, whereas the down-regulated genes were transcrip-
tionally regulated by CREB1, NFKB1A, and STATs, amongst others
(Supplementary material online, Figure S8C). The magnitude of the
changes in the predicted dysregulated biological pathways in the WT
mice were modest and pertained to those involved in protein secretion,
mitotic spindle, and PI3K/AKT/mTOR signalling amongst the activated
and inflammation, EMT, and oxidative phosphorylation among the most
down-regulated pathways (Supplementary material online, Figure S8D).

Treadmill exercise markedly affected transcriptome profile of Myh6-
Cre-DspW/F cardiac myocytes, as noted by dysregulation of 2391 tran-
scripts (q < 0.05) as compared to that in the regular activity group
(Figure 2). The altered transcripts encompassed 867 up-regulated and
1524 down-regulated genes (Figure 2A and B). Transcript levels of se-
lected DEGs involved in EMT and inflammation were also quantified by
qPCR and the results were concordant with the RNA-Seq data for 12
out of 15 genes tested (Figure 2C and Supplementary material
online,Table S6). Based on the DEGs, TRIM24, and SIRT1 were predicted
to be among the top activated and NFKB1A, CREB1, STAT1, and CEBPB
amongst the most suppressed transcriptional regulators (Figure 2D and
E). GSEA predicted activation of pathways involved in protein secretion,
PI3K/AKT/MTOR signalling, and mitotic spindle in the exercise group
(Figure 2F). In contrast, gene sets involved in inflammation, EMT, oxida-
tive phosphorylation, and oxidative stress were predicted to be sup-
pressed (Figure 2F).

To compare global effects of exercise on cardiac myocyte transcripts,
transcripts of WT, and Myh6-Cre-DspW/F myocytes in the regular activity
and exercise groups were analysed by clustering. Exercise shifted the
transcriptome profile of the Myh6-Cre-DspW/F cardiac myocytes towards
that of the WT myocytes. Treadmill exercise rescued, defined as not be-
ing statistically different from the WT, the majority (492/781) of the
DEGs in the Myh6-Cre-DspW/F myocytes (Figure 3A). One Myh6-Cre-
DspW/F mouse that stopped exercising after 2.5 months due to severe
cardiac dysfunction exhibited a transcriptome profile that was distinct
from the WT myocytes (Figure 3A). This mouse had the signature of the
molecular markers of heart failure, evidenced by increased Nppa, Nppb,
Actc1, Myh7, and decreased Atp2a2 transcript levels, as would be
expected. The other four Myh6-Cre-DspW/F mice in the exercise group
had transcriptome profiles practically similar to those of the WT myo-
cytes (Figure 3A). EMT and inflammation, which were among the top dys-
regulated pathways in 6 months old Myh6-Cre-DspW/F were rescued
(partially for EMT) upon treadmill exercise, a finding which was also vali-
dated by qPCR of selected genes in these pathways (Figure 3B,
Supplementary material online, Table S7). The predicted transcriptomic
regulators also showed a near complete rescue in the Myh6-Cre-DspW/F
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Figure 2 Effects of treadmill exercise on cardiac myocyte transcriptome. (A) Volcano plot showing down-regulated and up-regulated genes in cardiac
myocytes isolated from the hearts of Myh6-Cre:DspW/F mice in the treadmill exercise group as opposed to the regular activity group (N = 5 per group). (B)
Heat map of DEGs between indicated groups showing clustering based on the genotypes. (C) Quantitative PCR data for top dysregulated genes in isolated
cardiac myocytes from Myh6-Cre:DspW/F in the regular activity group (N = 5) and Myh6-Cre:DspW/F in the treadmill exercise group (N = 4). (D and E) TFs pre-
dicted to be activated (D) and suppressed (E) based on DEGs with a q < 0.05 in Myh6-Cre:DspW/F myocytes in the treadmill exercise group as compared to
the regular activity group. The X-axis represents -log10 of q value, the Y-axis represents Z score, and the Z-axis represents number of genes predicted to be
targets of each TF. (F) Dysregulated biological pathways corresponding to DEGs with q < 0.05. Pathways with q < 0.05 and normalized enrichment score, in
the X-axis, are shown. P-values were calculated by t-test for normally distributed data and Mann–Whitney test for those departing from normality.

Exercise and arrhythmogenic cardiomyopathy 1205



Figure 3 Rescue of cardiac myocyte transcriptome, TFs and biological pathways in Myh6-Cre:DspW/F mice in the exercise group. (A) Heat map of DEGs in
Myh6-Cre:DspW/F mice assigned to the regular activity, WT mice, and Myh6-Cre:DspW/F mice assigned to treadmill exercise are shown. The map shows clus-
tering of the transcripts in Myh6-Cre:DspW/F myocytes in the exercise group with those in the WT myocytes. (B) Transcript levels of selected DEGs corre-
sponding to panel A, as determined by qPCR (one way ANOVA P-values are shown). The panel shows normalization of the transcript levels, similar to levels
in the WT, in the Myh6-Cre:DspW/F in the treadmill exercise group. (C and D) Heat maps and Z scores showing rescue and normalization of all activated (C)
and suppressed (D) TFs in Myh6-Cre:DspW/F myocytes upon treadmill exercise. Pairwise comparisons are shown; I: Myh6-Cre:DspW/F regular activity (RA) vs.
WT; II: Myh6-Cre:DspW/F—treadmill exercise (Ex) vs. Myh6-Cre:DspW/F—RA; III: Myh6-Cre:DspW/F—Ex vs. WT. (E) Circos map showing rescue of DEGs and
their corresponding enriched Hallmark pathways.
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cardiac myocytes in the exercise group with the notable exception of
NUPR1, HAND2, and TWIST1, which remained significantly dysregu-
lated in the Myh6-Cre-DspW/F myocytes (Figure 3C and D). The list of all
dysregulated canonical upstream regulators of gene transcription along
with rescue or the lack thereof upon treadmill exercise are shown in
Figure 3F. A similar list that include all possible pairwise comparisons
among the experimental groups is provided in Supplementary material
online, Figure S9.

To identify exercise-induced genotype-specific changes in cardiac
myocyte transcripts, DEGs in the WT and Myh6-Cre-DspW/F myocytes
were compared. Accordingly, 447 exercise-induced up-regulated genes
were common to both genotype, 693 genes were specific to Myh6-Cre-
DspW/F, and 421 to the WT myocytes (Supplementary material online,
Figure S10). The corresponding numbers for exercise-induced down-reg-
ulated genes were 658, 733, and 867, respectively (Supplementary mate-
rial online, Figure S10). Exercise-induced DEGs predicted activation of
TRIM24, SIRT1, and TAF4 transcription factors and suppression of
STAT1 and IRF3 transcriptional regulator in the Myh6-Cre-DspW/F myo-
cytes (Supplementary material online, Figure S10). In the WT myocytes,
ERG was predicted to be up-regulated, whereas SREBF1 and IKZF1
were predicted as the suppressed transcription factors upon exercise.
The corresponding predicted Hallmark biological pathways were nota-
ble for increased oxidative phosphorylation in Myh6-Cre-DspW/F myo-
cytes in the exercise group exclusively and suppression of inflammation
(IFNG and NFKB) upon exercise both in the Myh6-Cre-DspW/F and WT
myocytes (Supplementary material online, Figure S10).

Pertinent to the pathways previously implicated in ACM, treadmill ex-
ercise reversed transcript levels of the majority of the canonical WNT
signalling target genes, as indicated in the heat map and GSEA plots
shown in Figure 4A–D.10 In accord with normalization of the transcript
levels, the number of cells expressing phospho b-catenin, the co-effector
of the canonical WNT pathway, was decreased significantly in the exer-
cise group (Figure 4E and F). Consistent with the RNA-Seq and immuno-
fluorescence data, exercise normalized transcript levels of majority of
the canonical WNT target genes in Myh6-Cre-DspW/F myocytes, as deter-
mined by qPCR (Figure 4G, Supplementary material online, Table S8).

Notable among the DEGs in the Myh6-Cre-DspW/F myocytes was
over-representation of genes whose protein products are known to be
secreted (secretome). Accordingly, genes coding for secreted proteins
comprised about 17.2% (135/782) of the DEGs, whereas genes encoding
secretome comprised only 7.5% (893/11, 904) of the genes that were
analysed by RNA-Seq (Figure 5A–D). In accord with the reversal of dysre-
gulated transcripts with exercise in the Myh6-Cre-DspW/F myocytes, ex-
ercise rescued dysregulated secretome, as transcript levels of 118/135
(87%) of DEGs coding for secreted proteins were normalized (Figure
5A–D). Up-regulated genes encoding secretome were predicted to be
targets of IL6, CTNNB1, TGFB1, and ERK, among others, whereas
down-regulated genes were predicted to be targets of alpha-catenin,
FAS, AHR, among others (Figure 5E). Consistent with the data presented
in Figure 3, the rescued biological pathways pertaining to secretome in-
cluded EMT and inflammation (Figure 5F).

Finally, transcriptomes were analysed for genotype-by-exercise inter-
actions. Only transcript levels of 65 genes were affected by the interac-
tions (q < 0.05), which included 19 up-regulated and 46 down-regulated
genes (Supplementary material online, Figure S9). The dysregulated genes
were members of metabolic pathways, cytokine production, and cell–
cell communication among others (Supplementary material online,
Figure S11). However, the number of genes whose transcript levels were

influenced by genotype-by-treatment interaction was too small to make
firm conclusions.

3.5 Effects of exercise on cardiac function
All but one mice in the Myh6-Cre:DspW/F group completed the 3-month
long daily exercise protocol. One Myh6-Cre:DspW/F mouse stopped
exercising 2.5 months after the start of exercise protocol. Prior to exer-
cise the mouse had a left ventricular end-diastolic diameter (LVEDD) of
3.5 mm, LVESD of 2.4 mm, and LVFS of 27%. After 2.5 months of exer-
cise, the corresponding numbers were 4.4 mm, 3.6 mm, and 17%, indicat-
ing cardiac dilatation and dysfunction.

To determine effects of treadmill exercise on cardiac size and func-
tion, echocardiographic indices were compared in 6 months old Myh6-
Cre:DspW/F mice assigned to the routine activity or treadmill exercise
groups. As shown in Table 1, treadmill exercise was associated with a
modest increase in left ventricular mass, LVFS, and systolic septal thick-
ness in the WT mice. It was associated with a slower heart rate and ec-
centric cardiac hypertrophy in the Myh6-Cre:DspW/F mice, the latter was
indicated by an increased LVEDD (indexed to body weight) and in-
creased left ventricular mass. However, treadmill exercise did not lead
to further deterioration of cardiac systolic function, as left ventricular
fractional shortening and ejection fraction were similar between Myh6-
Cre:DspW/F mice in the routine activity and treadmill exercise groups
(Table 1). Effects of treadmill exercise on genotype-dependent evolution
of cardiac phenotype in the WT and Myh6-Cre:DspW/F mice were also
analysed (exercise-by-genotype interaction analysis). Genotype has the
most prominent effects on indices of cardiac size and function, whereas
exercise had more pronounced effect on left ventricular mass indexed
to the body weight. There were modest genotype-by-exercise interac-
tions for heart rate and LVFS (Table 1).

3.6 Effects of exercise on
electrophysiological parameters
Surface electrocardiogram and cardiac rhythm monitoring for an ap-
proximately 1 h did not show discernible differences between WT and
Myh6-Cre:DspW/F mice prior to exercise. Cardiac rhythm was not moni-
tored during treadmill exercise. Electrocardiographic and electrophysio-
logical indices of cardiac conduction or susceptibility to VT, performed
upon completion of 3 months of treadmill exercise, were not significantly
different between the WT and Myh6-Cre:DspW/F mice at the baseline or
after infusion of isoproterenol or a combination of isoproterenol and
caffeine (N = 7 per group, Supplementary material online, Table S10).

3.7 Effects of exercise on myocyte size,
myocardial fibrosis, adipocytes, and
apoptosis
To determine effects of treadmill exercise on histological phenotypes,
thin myocardial sections (5 micron) were analysed for fibrosis, adipocyte
accumulation, apoptosis, and myocyte size in the WT and Myh6-
Cre:DspW/F mice subjected to 3 months of treadmill exercise (N = 4–7
mice per group). Treadmill exercise was associated with increased myo-
cyte cross-sectional area in Myh6-Cre:DspW/F mice (Figure 6A and B) as
well as increased heart weight/body weight ratio in the WT and Myh6-
Cre:DspW/F mice (Figure 6C). However, there were no differences in the
CVF among mice in the exercise and normal activity groups (Figure 6D
and E). Likewise, the mean number of adipocytes in myocardial sections
was unchanged (Figure 6F and G). In contrast, exercise was associated
with a significant reduction in the number of TUNEL positive cells in
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Figure 4 Rescue of the canonical WNT pathway in Myh6-Cre:DspW/F mice upon treadmill exercise. (A) Heat map of selected known canonical WNT tar-
get gene transcripts in Myh6-Cre:DspW/F myocytes and their clustering with the transcripts in WT myocytes with exercise. (B–D) Pairwise gene set enrich-
ment analysis plots and the corresponding q values, showing enrichment of transcript levels of the canonical WNT pathway target genes and the effects of
exercise. (B) Myh6-Cre:DspW/F vs. WT myocytes; (C) Myh6-Cre:DspW/F—regular activity vs. Myh6-Cre:DspW/F—exercise; (D) Myh6-Cre:DspW/F—exercise vs.
WT myocytes. (E) Representative immunofluorescence panels showing expression and subcellular localization of total and phospho-b catenin (Ser33/37/
Thr41) in the experimental groups (N = 7 in WT and Myh6-Cre:DspW/F regular activity groups and N = 5 mice for WT and Myh6-Cre:DspW/F - exercise
groups). (F) Quantitative data showing number of nuclei expressing phospho-b catenin. (G) Quantitative PCR depicting transcript levels of selected canonical
WNT pathway target genes in myocytes isolated from WT (N = 5, set at 1 for normalization), Myh6-Cre:DspW/F—regular activity (N = 5), and Myh6-
Cre:DspW/F—exercise groups (N = 4). The P-values were calculated by ANOVA. *P < 0.05, **P < 0.01 for pairwise comparison between WT and Myh6-
Cre:DspW/F—regular activity groups, and #P < 0.05 and ##P < 0.01, respectively, between Myh6-Cre:DspW/F mice in the regular activity and exercise groups.
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Figure 5 Normalization of transcript levels of genes encoding secreted proteins (secretome). (A) Bar graph illustrates the number of genes encoding se-
creted proteins in the experimental groups. (B) Heat map of secretome transcripts showing clustering of the transcripts in the Myh6-Cre:DspW/F—exercise
with the WT myocytes, as opposed to Myh6-Cre:DspW/F—regular activity myocytes. (C and D) Gene set enrichment analysis plots showing enrichment of
the secretome transcripts in the Myh6-Cre:DspW/F myocytes in the regular activity group and its reversal in the exercise group. (E) Predicted activated and
suppressed TFs corresponding to dysregulated secretome, based on DEGs with q < 0.05 and Z score of >2. (F) Circos map of differentially expressed secre-
tome (q < 0.05) and corresponding biological pathways in Myh6-Cre:DspW/F myocytes. Pathways were analysed by GSEA for hallmark signature and those
with q < 0.05 are presented.
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the myocardium, a marker for apoptosis (Figure 6H and I). Immunofluor-
escence staining of thin myocardial sections and immunoblotting for the
expression of selected ID proteins showed no distinct changes on locali-
zation of the ID proteins in either genotype in the normal activity and ex-
ercise groups (Supplementary material online, Figure S12).

4. Discussion

Conditional heterozygous deletion of Dsp specifically in mouse cardiac
myocytes led to dysregulation of expression of about 800 genes, predict-
ing activation of inflammation and EMT, and suppression of oxidative
phosphorylation in cardiac myocytes. Treadmill exercise partially re-
stored dysregulated gene expression, particularly those involved in in-
flammation, EMT, and oxidative phosphorylation. The anti-inflammatory
effects of exercise on gene expression was evident in the WT as well as
in the Myh6-Cre:DspW/F myocytes. Likewise, the effects of treadmill exer-
cise on the transcript levels of genes in the EMT pathway pertained to
WT as well as Myh6-Cre:DspW/F mice. Treadmill exercise also rescued
transcript levels of the majority of the dysregulated genes encoding

secreted proteins, including inhibitors of the canonical WNT pathway
SFRP1, SFRP3, APOE, and LRP1, which are implicated in the pathogene-
sis of ACM. The inhibitors, upon secretion, would be expected to target
myocyte (autocrine effects) as well as the non-myocyte cells (paracrine
effects) in the myocardium as well as serve as potential biomarkers in
ACM. Overall, the findings highlight activation of inflammation and EMT
and suppression of oxidative phosphorylation in Myh6-Cre:DspW/F car-
diac myocytes and their restoration by treadmill exercise, predicting sal-
utary effects of exercise in a subset of phenotypes in ACM.

The study was designed with the primary focus on determining the
effects of Dsp gene haplo-insufficiency and treadmill exercise on cardiac
myocyte transcriptome. Conditional deletion of one copy of the Dsp
gene specifically in cardiac myocytes led to dysregulation of expression
of about 800 genes, which pertained to those involved in inflammation
and oxidative phosphorylation. Treadmill exercise was associated with
normalization of approximately two-third of the dysregulated transcripts
in Myh6-Cre:DspW/F cardiac myocytes, including those in the inflamma-
tory pathway and oxidative phosphorylation. However, despite the re-
markable effect, the rescue was incomplete and genes which were
targets of several important transcriptional regulators, such as SIRT1,

Figure 6 Effects of exercise on morphometric and histological phenotypes. (A) Wheat germ agglutinin (WGA) and DAPI co-stained thin myocardial sec-
tions. (B) Mean myocyte cross sectional area (N = 4–5 per group). (C) Heart weight/body weight ratio (N = 7–13 per group). (D) Low (upper) and high
(lower) magnification fields of picrosirius red stained myocardial sections (N = 5–6 per group). (E) Quantitative data of collagen volume fraction (CVF, N =
5–6 per group). (F) Oil red O stained thin myocardial section (N = 4–7 per group). (G) Mean number of adipocytes per thin myocardial section (N = 4–7
per group). (H) Myocardial sections stained with TUNEL assay (N = 4–5 per group). (I) Quantitative data showing the percent of TUNEL positive cells in
the myocardium (N = 4–5 per group). The P-values were calculated by ANOVA followed by Bonferroni pairwise comparison test.
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NUPR1 and TWIST1, remained dysregulated. Treadmill exercise in-
duced significant eccentric cardiac hypertrophy, as indicated by increased
left ventricular mass and end-diastolic diameter, but did not lead to fur-
ther deterioration of cardiac systolic function. Nevertheless, in accord
with the incomplete transcriptomic rescue, cardiac systolic function
remained suppressed in the Myh6-Cre:DspW/F mice assigned to treadmill
exercise. Likewise, CVF, a measure of myocardial fibrosis, was not res-
cued, despite rescue of transcript levels of genes involved in EMT, includ-
ing collagen genes, the findings which were also verified by qPCR. The
latter disparity might reflect the higher sensitivity of the transcript analy-
sis as opposed to the histological detection of fibrosis. Apoptosis, as de-
termined by TUNEL assay, was rescued in the treadmill exercise group
but its rescue was not associated with an improved cardiac function,
likely reflective of the small number of cells undergoing apoptosis in the
myocardium in the Myh6-Cre:DspW/F mice. Finally, treadmill exercise had
no discernible effects on electrophysiological parameters, albeit the
Myh6-Cre:DspW/F mice subjected to daily treadmill exercise were some-
what resistant to induction of ventricular arrhythmias. Likewise, no car-
diac arrhythmia was detected during monitoring of cardiac rhythm for
about an hour. Cardiac rhythm, however, was not monitored during ex-
ercise. Therefore, possible occurrence of cardiac arrhythmia during ex-
ercise cannot be excluded. The Myh6-Cre:DspW/F mice upon completion
of the exercise protocol were 6 months old, which by design is in accord
with the phenotypic expression of ventricular arrhythmias in young hu-
man patients. Notably, ventricular arrhythmias are typically the first man-
ifestation of ACM in humans.1,14 Likewise, exercise-induced ventricular

arrhythmias are typically encountered in young individuals with ACM.14

One may surmise that the low prevalence of ventricular arrhythmias in
the Myh6-Cre:DspW/F mice reflects the inherent shortcoming of this par-
ticular myocyte-specific deletion of Dsp model in properly recapitulating
the human phenotype of early ventricular arrhythmias. The present
study does not address effects of treadmill exercise on cardiac arrhyth-
mias in older mice.

The disparity in the transcriptomic rescue and failure to rescue fibrosis
or cardiac function might also reflect the study design, which was devised
to identify early cardiac myocyte transcriptomic changes during the
course of evolution of the phenotype in the Myh6-Cre:DspW/F mice as op-
posed to studies in mice with a fully manifested phenotype. In addition,
the study was performed in mice with conditional heterozygous deletion
of the Dsp gene specifically in cardiac myocytes, which led to 31% reduc-
tion on Dsp transcript level, as opposed to the expected 50%, likely re-
flective of incomplete cre-mediated deletion as well as allelic
compensation. As would be expected, the reduction is beyond the sensi-
tivity of the western blot for detecting reduced DSP protein levels.
While the approach enabled determination of cell-type specific contribu-
tions to the ACM phenotype, it only pertains to the human genotype of
haplo-insufficiency and not missense mutations, which comprise the ma-
jority of the mutations in humans with ACM. In accord with a mild reduc-
tion in Dsp transcript levels, the phenotype in the Myh6-Cre:DspW/F mice
evolves slowly and is relatively mild at 3 to 6 months of age, as evidenced
by a modest increase in CVF and apoptosis, mild cardiac dysfunction, and
absence of excess myocardial adipocytes. Likewise, early cardiac

....................................... ..............................................

..............................................................................................................................................................................................................................

Table 1 Echocardiographic parameters in 6-month-old wild type and Myh6-Cre:DspW/F mice in the routine activity or
treadmill exercise group

Wild type P-value Myh6-Cre:DspW/F P-value P (genotype

effect)

P (exercise

effect)

P (genotype

*exercise)
RA Exercise RA Exercise

N 10 9 NA 10 12 NA NA NA NA

Male/female 4/6 4/5 1a 4/6 6/6 0.639a NA NA NA

Age (days) 191.6 ± 15.7 188.4 ± 3.1 0.281 194.60 ± 18.92 187.00 ± 4.09 0.094 0.843 0.175 0.571

Body weight (g) 31.4 ± 5.0 29.4 ± 3.5 0.167 33.77 ± 6.26 29.40 ± 4.24 0.177 0.434 0.044 0.438

HR (b.p.m.) 494.3 ± 40.0 514.2 ± 23.4 0.105 524.39 ± 55.98 477.27 ± 36.63 0.048b 0.801 0.291 0.013

IVST-d (mm) 0.74 ± 0.08 0.77 ± 0.06 0.196 0.67 ± 0.03 0.69 ± 0.11 0.688 0.003 0.355 0.788

IVST-s (mm) 1.02 ± 0.14 1.22 ± 0.23 0.021 0.94 ± 0.11 0.90 ± 0.14 0.231 0.0004 0.470 0.054

LVPWT-d (mm) 0.84 ± 0.09 0.83 ± 0.12 0.423 0.79 ± 0.11 0.75 ± 0.09 0.168 0.035 0.436 0.609

LVPWT-s (mm) 1.21 ± 0.09 1.30 ± 0.13 0.056 0.99 ± 0.18 1.00 ± 0.11 0.817b <0.0001 0.285 0.346

LVEDD (mm) 3.42 ± 0.14 3.46 ± 0.26 0.626 3.76 ± 0.37 4.08 ± 0.44 0.047 <0.0001 0.111 0.190

LVEDDI (mm/g) 0.11 ± 0.02 0.12 ± 0.01 0.153 0.11 ± 0.02 0.14 ± 0.03 0.018b 0.066 0.0135 0.143

LVESD (mm) 2.13 ± 0.19 1.97 ± 0.28 0.077 2.68 ± 0.53 3.03 ± 0.51 0.114b <0.0001 0.470 0.054

FS (%) 37.7 ± 6.0 43.1 ± 7.4 0.048 29.38 ± 7.67 25.93 ± 5.50 0.129b <0.0001 0.639 0.039

EF (%) 68.4 ± 7.5 74.6 ± 8.3 0.053 56.35 ± 12.12 51.07 ± 9.67 0.129b <0.0001 0.882 0.065

LV mass (mg) 72.9 ± 11.9 79.5 ± 10.5 0.111 66.62 ± 15.60 84.73 ± 12.53 0.003 0.889 0.004 0.161

LVMI (mg/g) 2.37 ± 0.50 2.72 ± 0.34 0.046 2.01 ± 0.51 2.90 ± 0.36 0.0001 0.509 <0.0001 0.054

Genotype-dependent effects of exercise on echocardiographic indices were analysed by two-way analysis of variance.
P (genotype effect) indicates the effects of genotype on the echocardiographic indices (independent of exercise).
P (exercise effect) indicates the effects of exercise on the echocardiographic indices (independent of the genotypes).
P (genotype*interaction) indicates interactive effects of genotypes and exercise on the echocardiographic indices.
BW, body weight; FS, fractional shortening; HR, heart rate; IVST, interventricular septum thickness; LVEDD, left ventricular end-diastolic diameter; LVEDDi, LVEDD indexed to the
body weight; LVESD, left ventricular end-systolic diameter; LVM, left ventricular mass; LVMI, LVM indexed to the body weight; LVPWT, left ventricular posterior wall thickness;
Myh6-Cre:DspW/F, cardiac myocyte specific heterozygous deletion of desmoplakin; RA, regular activity.
aThe Fisher’s exact test.
bThe Kruskal–Wallis.
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.
arrhythmias were absent in mice with myocyte-specific deletion of Dsp
gene, as opposed to the phenotype in humans and deletion of Dsp gene
in the cardiac conduction system.7 The observed phenotype in the
young Myh6-Cre:DspW/F mice is in keeping with the previous data show-
ing age-dependent penetrance of the Dsp-haploinsufficiency, predomi-
nantly presenting between 6 months to 2 years of age, including cardiac
arrhythmias occurring in the context of left ventricular dysfunction.10

A number of studies have reported beneficial effects of exercise in
humans as well as in various models of cardiac injury, particularly post-
myocardial infarction but not in ACM models.19–23 The exercise proto-
col employed in the present study provided a gradual increase in the
workload delivering a total of 5.5 kJ work per day for a 30 g mouse. The
protocol, as compared to other exercise protocols used in mice, was
more intense, however, it might not sufficiently emulate exercise physi-
ology in human patients with ACM.20,21,23 The beneficial effects of tread-
mill exercise on cardiac transcripts are in accord with the existing
literature on the beneficial effects of exercise on cardiac remodelling and
regeneration.20–23 The reversal of the majority of the dysregulated gene
in Dsp heterozygous myocytes, however, did not translate into beneficial
effects on cardiac dilatation, dysfunction, or arrhythmias in the Myh6-
Cre:DspW/F mice. The absence of beneficial effects of treadmill exercise
in the present study might reflect model-specific effects, i.e. the lack of
benefit or potential deleterious effects in ACM caused by defective des-
mosomes, as opposed to post-myocardial infarction, wherein the des-
mosomes are largely intact. The effects of treadmill exercise on adverse
cardiac remodelling was evident in one Myh6-Cre:DspW/F mouse with a
borderline cardiac function. Whether early implementation of an exer-
cise programme prior to any discernible cardiac dysfunction could delay
the onset or attenuate the phenotype is an untested hypothesis. Overall,
the study design was best suited for serial and comparative analysis of
cardiac myocyte gene expression, as opposed to detection of clinical
phenotype, such as cardiac dysfunction, arrhythmias or death.

The findings of the present study demonstrate salutary effects of tread-
mill exercise on cardiac myocyte transcriptome. Nevertheless, despite
the reversal of the majority of the dysregulated transcripts, the findings
should not be interpreted to advocate to discard potential deleterious
effects of heavy physical exercise on the risk of heart failure and cardiac
arrhythmias in human patients with ACM.13–16,26,44 The findings provoke
further interest in exploring potential beneficial effects of early and long-
term supervised treadmill exercise in human patients with ACM.

Supplementary material

Supplementary material is available at Cardiovascular Research online.
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Translational perspective
Patients with arrhythmogenic cardiomyopathy (ACM) are advised to avoid physical exercise, because of potential adverse outcomes. To gain insights
into the molecular mechanisms, we performed a randomized study testing effects of treadmill exercise on cardiac phenotype and myocyte gene ex-
pression in a mouse model of ACM. Genes involved in epithelial-mesenchymal transition, inflammation, metabolism, and WNT pathways were most
dysregulated in cardiac myocytes isolated from the ACM mice. Exercise restored two-third of the �800 differentially expressed genes, rescued the
main dysregulated pathways, and induced eccentric cardiac hypertrophy without affecting cardiac function. The findings suggest treadmill exercise
might have partial salutary phenotypic effects in ACM.
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