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Abstract: Heart failure is a leading cause of death that develops subsequent to deleterious hyper-
trophic cardiac remodelling. MAPK pathways play a key role in coordinating the induction of gene
expression during hypertrophy. Induction of the immediate early gene (IEG) response including
activator protein 1 (AP-1) complex factors is a necessary and early event in this process. How MAPK
and IEG expression are coupled during cardiac hypertrophy is not resolved. Here, in vitro, in rodent
models and in human samples, we demonstrate that MAPK-stimulated IEG induction depends
on the mitogen and stress-activated protein kinase (MSK) and its phosphorylation of histone H3
at serine 28 (pH3528). pH3S28 in IEG promoters in turn recruits Brgl, a BAF60 ATP-dependent
chromatin remodelling complex component, initiating gene expression. Without MSK activity and
IEG induction, the hypertrophic response is suppressed. These studies provide new mechanistic
insights into the role of MAPK pathways in signalling to the epigenome and regulation of gene
expression during cardiac hypertrophy.
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1. Introduction

Cardiovascular diseases (CVDs) are the leading cause of mortality and morbidity
worldwide [1]. While cardiac hypertrophy is initially an adaptive response to increased
workload or stress, when induced by pathological cues, the response can decompensate,
resulting in a decline in cardiac function and progression to heart failure. As cardiomyocytes
(CM) are terminally differentiated, hypertrophy of the cardiac muscle is mediated by growth
of CM and not through their proliferation [2].

Signalling pathways downstream of G-protein-coupled receptors (GPCR), such as
endothelin-1 (ET-1), angiotensin II (Angll) and adrenergic receptors, play a fundamental
role in the induction of pathological hypertrophic remodelling [3-6]. Mitogen-activated
protein kinases (MAPK) are of particular importance in mediating the pro-hypertrophic
actions, GPCR signalling contributing to regulation of protein synthesis, cell survival,
metabolism and gene transcription [6,7]. MAPKs fall into four major families—the extra-
cellular regulated kinases 1 and 2 (ERK1/2), p38 MAPK, c-Jun N-terminal kinases 1 and
two (JNK1/2) and ERKS [6,7]. All limbs of this kinase family are involved in regulating
hypertrophic remodelling [6,8,9]. During cardiac hypertrophy, MAPK pathways regulate
transcription via phosphorylation-dependent modulation of transcription factors such as
NFAT, Elk, SRF and GATA4 [10]. Preceding the induction of expression of genes associated
with the hypertrophic state, hypertrophic cues such as pressure overload and exposure to
neurohormonal agonists stimulate a MAPK-dependent rapid activation of an immediate
early gene (IEG) response [11-14]. This IEG response is initiated through phosphorylation-
dependent activation of the activator protein 1 (AP-1) transcription factor [14-17]. The
AP-1 transcription factor is a dimeric complex formed by members of the FOS (c-FOS,
FOSB, FRA-1 and FRA-2), Jun (JUNB, JUND and c-JUN), activating transcription factor
(ATF; ATFa, ATF2, LRF1/ATF3, ATF4 and B-ATF) and MAF families of basic-leucine zipper
transcription factors, which are themselves induced as part of the IEG response [17-19].
AP-1 transcription factors also act though forming heteromeric interactions with other
transcription factors such as NFkB and NFAT, with known roles in CM [20,21]. In addition
to showing hypertrophy-related alterations in their activation and expression, a functional
role for AP-1 factors in cardiac hypertrophic remodelling is described. While AP-1 factors
are generally required for hypertrophic responses in vitro [22,23], in vivo roles of different
AP-1 factors are more complex. For example, in vivo deletion of JunD or of c-Jun results in
a loss of the initial adaptive response to hypertrophic stimuli and an exacerbation of the
deleterious remodelling to pressure overload [24-26]. Contributing to this phenotype is a
reduced upregulation of sarcomeric proteins, enhanced CM apoptosis and fibrosis. c-Fos
deletion is without effect, however [26]. Contrastingly, JunD overexpression results in ven-
tricular dilation and reduced contractility [25], although in vitro studies suggest that JunD
suppresses hypertrophic responses by inhibiting the action of c-Fos and c-Jun [22]. Taken
together, these reports demonstrate the important and complex functions of AP-1 transcrip-
tion factors in hypertrophic remodelling, particularly in the early adaptive responses to
pathological cues.

Although ERK activation is highly correlated with induction of IEG expression during
CM hypertrophic responses [11,27], the mechanism linking these events is not resolved.
In other tissues however, IEG expression is induced following MAPK pathway activation
via a mechanism involving phosphorylation of serines 10 and 28 (H3510 and H3528) in
the histone H3 NHj-terminal tail at IEG loci, termed the nucleosomal response [28,29].
Phosphorylated histone H3 creates a permissive environment for induction of transcription
through recruitment of scaffolding proteins such as 14-3-3 family members, transcriptional
regulators and chromatin remodelling factors [30]. The lack of consensus sites in histone
H3 for phosphorylation by ERK1/2 indicates that it is not the responsible kinase. Rather,
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during the nucleosomal response, histone H3 is phosphorylated by the mitogen and stress-
activated kinases (MSK1/2) [30-33]. MSKs are nuclear-localised kinases that are activated
by an initial phosphorylation by upstream MAPK including ERK1/2 and subsequent
autophosphorylation [34,35]. MSK1 and the highly homologous kinase MSK2 are both
expressed in the heart and are activated in response to hypertrophic stimuli [36-38]. While
the functional role of MSK1/2 in CM hypertrophic responses has been tested in vitro, the
substantial off-target effects of the MSK inhibitors used on other kinases such as RSK2,
PKCs and S6 kinase, which themselves are involved in hypertrophic signalling, preclude its
establishment as a contributor to the CM hypertrophic response [39-41]. Further, whether
MSK participates in cardiac hypertrophy in vivo and in human is not determined. Estab-
lishing the contribution and underlying mechanisms of MSK in CM hypertrophy remains
the key, however, to understanding how CM responds to hypertrophic stimuli and the
mechanism by which MAPK pathways and AP-1 factors elicit their effects in this process.

Here, using a combination of molecular and pharmacological approaches, including
Msk1/2 knockout mice, we determined that MSK1/2 activated downstream of ERK1/2
was required for CM hypertrophic responses both in vitro and in vivo. MSKs act through
promoting the phosphorylation of histone H3528 (pH3528), which in turn recruits AP-
1 factors, together with the chromatin remodeller BRG-1 to IEG promoters, inducing
transcription of IEG and CM-hypertrophy-associated genes. Activation of this pathway also
contributed to CM hypertrophy induction. Notably, the activation and role of the ERK1/2-
MSK1/2-pH3528 molecular axis was conserved in human samples, thereby supporting its
relevance to human disease.

Together, our data identify MSK as key and missing components in the signalling path-
way that transduces the activation of GPCRs by pathological pro-hypertrophic mediators
in CM to the induction of hypertrophic remodelling.

2. Materials and Methods
2.1. Reagents

Chemicals were from Merck (Darmstadt, Germany) and molecular biology reagents
were from (Thermo Fisher Scientific, Bedford, MA, USA), unless stated otherwise. Tables
of antibodies and primers used in this study are included in Supplementary Tables S1 and
52, respectively.

2.2. Animal Experiments

Experiments involving animals were conducted in accordance with the guidelines
from the Home Office code of practice for humane killing of animals under Schedule 1 of
the Animals (Scientific Procedures) Act 1986 (UK) and in accordance with the European
Directive 2010/63/EU and approved by the Ethical Committee for Animal Experiments
of the KU Leuven (Belgium) under license number P055/2017 (approval date 16 March
2017) and P024 /2015 (approval date 01 January 2015). The Msk1/2 null animals have been
previously described [42,43]. Hypertrophic remodelling was induced in 8-10-week-old
male mice animals by administration of isoproterenol (Iso, Merck) at 10 mg/kg/day for
one week via osmotic mini-pumps (Alzet) implantation as previously described and under
project license P3A97F3D1 [5]. Jugular vein infusion of ET-1 and Iso was performed as
previously described [11] and explained in greater detail later.

2.3. Echocardiography

Mice were anaesthetised with Avertin (200 mg/kg). Cardiac function was assessed by
transthoracic 2D M-mode echocardiography using an Acuson Sequoia C256 ultrasound
system (Siemens, Munich, Germany) as previously described [5].
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2.4. Preparation of Neonatal Rat Ventricular Cardiomyocytes (NRVMs)

Primary neonatal rat ventricular CM (NRVMs) were isolated from 3—4-day-old male
and female Wistar pups and cultured as described previously [44]. Cultures were >95%
pure. Adenoviral infections were as previously described [44]. Agonist treatments diluted
in serum-free medium were applied 24 h post-infection with adenovirus. Endothelin-1
(ET-1), Iso and PD184352 (PD) were used at final concentrations of 100 nM, 10 nM and
1 uM, respectively. PD was applied for 30 min prior to hypertrophic agonist application
(ET-1/1Is0). Control cellular experiments (no treatment) were treated with the same volume
of vehicle only (DMSO for ET-1 and PD).

2.5. Isolation and Culture of Adult Rat Ventricular Cardiomyocytes (ARVMs)

Male Wistar rats (Harlan; ~200 g) were anaesthetised by CO, inhalation and sacrificed
by cervical dislocation. ARVMs isolation by Langendorff and collagenase digestion, culture
and adenoviral infections were as previously described [45]. For experiments involving
acute stimulation with ET-1 and Iso, cells in HEPES-buffered Tyrode’s solution (in mmol/L:
NaCl 137, KC1 5.4, MgCl, 0.5, CaCl; 1.8, NaHEPES 11.8 and glucose 10; pH 7.4) were plated
onto laminin-coated 8-well Nunc cover glasses cells (25 pg/mL), allowed to attach for 1 h
at 37 °C, after which the Tyrode’s solution was replaced with Tyrode’s solution containing
DMSO vehicle or 10 nM PD. After 20 min, buffer was exchanged for Tyrode’s solution
containing 100 nM ET-1 or 10 nM Iso &+ PD. After 15 min, dishes were placed on ice and
processed for immunostaining and imaging.

2.6. Isolation of Human Ventricular Cardiomyocytes

Cardiomyocytes were isolated as previously described from non-failing heart tissue
samples obtained from donor hearts not suitable for transplantation [46]. Donor human
tissue was collected under a study protocol approved by the ethical committee of UZ
Leuven (558824), which conformed to the Helsinki declaration and was conducted in
accordance with the prevailing national and European Union regulations on the use of
human tissues. Donor information is displayed in Supplementary Table S3. After isolation,
the cells were allowed to recover for 1 h before starting experiments or fixation. For
experiments involving stimulation with Iso or ET-1, CM was plated onto poly-L-lysine-
coated 8-well Nunc cover glasses and allowed to attach for 1 h at 37 °C. After this period,
the Tyrode’s solution was replaced with Tyrode’s solution containing either DMSO vehicle
or 1 uM PD. After 20 min, buffer was exchanged for Tyrode’s solution containing 100 nM
ET-1 or 10 nM Iso £ PD. After 15 min, dishes were placed on ice and processed for
immunostaining and imaging.

2.7. Isolation of Human Cardiomyocyte Nuclei

Nuclei from post-mortem left ventricular tissue were isolated and flow sorted accord-
ing to pericentriolar material 1 (PCM-1) staining as previously described [47]. In total,
500,000 nuclei were sorted into 1 mL TRIzol reagent for RNase inhibition prior to RNA
isolation. Human LV samples were obtained from the KI Donatum, Karolinska Institutet,
Stockholm, Sweden, with permission for the analysis of human tissue for research purposes
granted by the Regional Ethics Committee in Stockholm, Sweden. Donor information from
which LV CM nuclei were isolated is displayed in Supplementary Table S4.

2.8. High Content Analysis of NRVM Hypertrophy

Analysis of surface area of NRVM was carried out as previously described with
modifications [44,47]. Briefly, NRVMs for immunofluorescence were cultured and fixed in
black 96-well imaging microplates (BD Biosciences, Franklin Lakes, NJ, USA). NRVMs were
immunostained with primary antibodies against x-Actinin («-Act) and atrial natriuretic
factor (ANF) and detected using Alexa Fluor 488 and 568-coupled secondary antibodies
(Supplementary Table S1). After immunostaining, nuclei were labelled with Hoescht
(1 ug/mL in PBS for 20 min). Images were captured using a BD Pathway 855 high-content
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imaging system and Attovision software. Cell planimetry was performed using Image]
by drawing around the edge of the cells (NIH). At least 400 cells from three independent
experiments were analysed. These images were also used for quantification of ANF protein
expression as determined by counting the number of NRVM exhibiting a peri-nuclear ring
of ANE.

2.9. Confocal Imaging of Immunostained NRVM and ARVM

NRVMs were cultured in 16-well chamber slides (Nunc) and immunostained as for
high-content imaging. Slides were mounted onto coverslips using VECTASHIELD Mount-
ing Medium containing DAPI and sealed with clear nail varnish.

For immunostaining of ARVMs and isolated human CMs, cells were fixed and per-
meabilised in ice-cold 100% methanol and incubated at —20 °C for 10 min. Methanol was
washed from the coverslips twice with PBS and further permeabilisation was performed by
the addition of 0.5 mL ice-cold 100% acetone and incubation at —20 °C for 1 min. Following
an additional two washes in PBS, antibody labelling was performed as described for NRVM.
To further reduce background staining, blocking and secondary antibody buffers contained
1% BSA in addition to goat serum. Images were captured using a Nikon A1R confocal
microscope equipped with a Plan Fluor DIC H N 40x/1.3 NA oil immersion objective
(human CM and ARVM treated with hypertrophic agonists) or using an Olympus FV1000
point scanning microscope attached to an Olympus IX81, equipped with a 40x/1.3 NA
UPlanFI oil immersion objective (ARVM expressing MSK constructs).

2.10. Confocal Imaging of Immunostained Cardiac Tissue Sections

Immunofluorescence analysis of cardiac sections was performed as previously de-
scribed [47]. Sections were thawed and rehydrated in phosphate-buffered saline (PBS) for
5 min, followed by 15 min fixation in 4% paraformaldehyde (PFA). After three washes
(5 min each) in PBS, sections were permeabilised for 30 min in 0.2% Triton X-100 in PBS
(PBS-TX), then washed twice with PBS. Non-specific protein-binding sites were blocked
by incubation in PBS-TX containing 3% BSA, 5% goat serum or 5% Chemibloc for 1 h.
Sections were subsequently incubated overnight at 4 °C in blocking buffer with primary
antibodies as per Supplementary Table S1. Samples were washed extensively in PBS-TX,
and incubated with Alexa Fluor-conjugated secondary antibodies at 1:500 in PBS-TX for 1 h
at room temperature. For detection of apoptosis in tissue sections, the TACS® 2 TdT-DAB In
Situ Apoptosis Detection Kit was used (Bio-Techne Ltd, Abingdon, UK). Prior to imaging,
sections were mounted in VECTASHIELD with DAPI (Vector Labs, Burlingame, CA, USA).
Images were captured using a Nikon A1R confocal microscope equipped with a Plan Fluor
DIC H N 40x/1.3 NA oil immersion objective. Image stacks were collected over a 2 pm
stack thickness (0.2 pm z-step). Image stacks were analysed with Volocity Image analysis
software (version 6.2.1, Perkin Elmer, Hopkinton, MA, USA). Intensity of labelling of targets
of interest was quantitated specifically in cardiac myocyte nuclei, which were identified as
staining positive for DAPI and for either PCM-1 or Nesprin, as previously described [41].

2.11. Picro Sirius Red Staining for Fibrosis Analysis

First, 10 pm thick sections were cut from OCT embedded tissue as above. Subsequently,
sections were rehydrated and stained for collagen using a Picro Sirius red staining kit
(PolySciences, Hirschberg an der Bergstrafie, Germany). After staining, sections were
mounted in dibutylphthalate polystyrene xylene mounting medium. Images were acquired
using a Zeiss Axioplan microscope configured with an Axiocam HrC camera. Polarization
microscopy was performed on the Sirius-red-stained sections to visualize collagen type
I and III based on the birefringence properties of collagen. The degree of fibrosis was
quantified using Zeiss Axiovision analysis software (Version 4.6).
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2.12. Histone Isolation by Acid Extraction

NRVMs in 6-well dishes were washed once in ice-cold PBS. Then, 0.5 mL of fresh
ice-cold PBS was added to each well, the cells scraped and placed in pre-chilled 1.5 mL
tubes. Cells were pelleted by centrifugation (10 min, 300x g, 4 °C). PBS was removed
and the pellet resuspended in 1 mL hypotonic lysis buffer. The resuspended cells were
incubated on a rotator at 4 °C, 30 rpm for 30 min. At the end of this incubation, intact nuclei
were pelleted by centrifugation (10 min, 10,000x g, 4 °C). Nuclei were then resuspended in
400 uL 0.2 M H,SO4 by pipetting and vortexing. Histones were acid extracted overnight
at 4 °C on a rotator at 30 rpm. Following acid extraction, nuclear debris was removed by
centrifugation (10 min, 16,000x g, 4 °C) and the supernatant containing isolated histones
was transferred to a pre-chilled tube. To precipitate proteins, 100% trichloroacetic acid
was added to the supernatant in a drop-wise manner to achieve a final concentration of
25%. The tube was gently inverted and then incubated on ice for 6 h. At the end of this
period, precipitated proteins were recovered by centrifugation (10 min, 16,000x g, 4 °C).
The supernatant was aspirated and acid removed from the tube by washing the pellet in
300 pL ice-cold acetone. After centrifugation (5 min, 16,000x g, 4 °C) and removal of the
supernatant, the acetone wash and spin were repeated. Finally, the supernatant was gently
removed and the pellet air-dried for 20 min at room temperature. The dried pellet was
resuspended in 50 pL water and incubated overnight at 4 °C on a rotator at 30 rpm to
maximise protein solubilisation.

2.13. Immunoblot Analysis

Immunoblotting was performed as previously reported with minor modifications [47].
First, 10-30 pg of protein lysates was prepared under reducing conditions with LDS sample
buffer (Thermo Fisher Scientific) containing 2.5% {3-mercaptoethanol and boiled at 95 °C
for 5 min. Proteins were resolved on pre-cast 4-12% NuPAGE 1.5 mm 10-well SDS gels
using MOPS running buffer (Thermo Fisher Scientific). Novex pre-stained sharp protein
markers were used (Thermo Fisher Scientific).

For detection of ERK or MSK, proteins were transferred to a PVDF membrane (0.45 um;
Merck). For detection of histone H3 and its modified forms, proteins were transferred to
nitrocellulose (0.2 pm, Whatman/Cytiva, Marlborough, MA, USA). Proteins were detected
with appropriate primary antibodies and HRP-conjugated secondary antibodies (Supple-
mentary Table S1). Immunoreactive bands were detected by enhanced chemiluminescence
(Thermo Fisher Scientific).

2.14. Reverse Transcription Quantitative PCR (RT-qPCR)

RNA was isolated from NRVMs and ARVMs using the RNeasy Micro Kit (Qiagen) and
DNA was removed by an on-column DNA digestion step. RNA was isolated from adult
rat LV tissue, Msk1/2 knockout (KO) mouse LV tissue and human CM using TRIzol reagent.
Then, 500-750 ng RNA was reverse transcribed using Superscript II. Primer sequences
were as previously described, unless otherwise indicated (Supplementary Table S2), and
were designed to span intron-exon boundaries to avoid amplification of genomic DNA [44].
Stable reference genes for each experiment were selected from a wider panel using the
GeNorm method [48]. Three or four reference genes were used for normalisation of
gene expression. Final primer concentration was 200 nM for all targets. Reactions were
performed on a LightCycler® 480 System (Roche, Basel, Switzerland) or on a CFX384
(Bio-Rad, Hercules, CA, USA) in a 384-well format using Platinum SYBR Green qPCR
SuperMix-UDG. A mean of triplicate reactions was used per sample. Expression analysis
was carried out using the comparative ACt method as described [49].
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2.15. Chromatin-Immunoprecipitation (ChIP)

ChIP was performed according to standard conditions. To NRVMs in 6-well dishes
in culture medium, formaldehyde was added to a concentration of 1% and incubated
for 10 min on a rocking platform at room temperature. Cross-linking was terminated by
the addition of 125 mM glycine for 10 min at room temperature. Nuclei were isolated
by hypotonic lysis of cells after which chromatin was extracted. Cross-linked chromatin
was fragmented by sonication using a pre-chilled Diagenode Bioruptor on the high-power
setting for three x 5 min cycles of 30 s ‘on’, 30 s “off’. The sonication protocol produced
fragments predominantly below 500 bp. After removal of debris by centrifugation (10 min,
12,000x g, 4 °C), the supernatant (sonicated chromatin) was processed for immunoprecipi-
tation. Proteins of interest were precipitated using antibodies pre-conjugated to Dynabeads
Protein A (Thermo Fisher Scientific). Antibodies used for ChIP are indicated in Supplemen-
tary Table S1. To this end, beads were washed in 4 changes of wash buffer and collected
using a DynaMag Magnet. Per ChIP, 10 uL. washed beads and 5 ug of antibody against
BRGlor of phosphorylated histone H3528 were added to 90 uL wash buffer and incubated
for 2 h at 40 rpm on a rotator at 4 °C. For the negative control ChIP, beads were used in the
absence of specific antibody.

Prior to IP, wash buffer was removed from pre-prepared antibody-bead complexes
and 200 puL. chromatin was added to each tube. Then, 200 uL chromatin was reserved
from each experimental condition as an input sample. Chromatin was incubated with
the antibody-bead complexes overnight at 4 °C on a 40 rpm rotator after which unbound
chromatin was washed from the beads. Beads were washed x2 in wash buffer, followed
by one wash in high-salt wash buffer (wash buffer + with 500 mM NaCl) and finally
x2 washes in TE buffer. The solution was transferred to a fresh tube and TE buffer was
removed from the beads. Elution of chromatin from the beads and protein digest with
proteinase K were combined into one step. Chromatin was then eluted from beads and
digested with proteinase K. Input samples were processed in parallel with the ChIP
samples. DNA was purified from each supernatant using the QIAEX II Gel extraction kit
(Qiagen) following the manufacturer’s protocol. DNA was eluted in 40 puL buffer EB and
stored at —20 °C.

Precipitated DNA for each experimental condition and antibody was quantified by
qPCR using SYBR-GreenER in 12.5 uL reactions performed in triplicate (Thermo Fisher
Scientific). Sequences of primers used are given in Supplementary Table S2. Primer-binding
sites were selected that encompassed predicted transcription factor binding sites. gPCR was
performed using a CFX96 (Bio-Rad) or Roche Light Cycler480 real-time PCR instrument
and cycling parameters were taken from the manufacturer’s instructions for SYBR-GreenER
(Thermo Fisher Scientific). Ct values from triplicate technical replicates from each sample
were averaged to generate SampleCT and InputCt values. The values were analysed by
expressing enrichment of the immunoprecipitated DNA for each antibody as a percentage
of the input sample for the relevant experimental condition. ChIPs were repeated on at
least three independent experimental samples.

2.16. Jugular Vein Infusion of Endothelin-1/Isoproterenol in Wistar Rat

Experimental protocols were approved by the local ethical committee (Ethische Com-
missie, Dierproeven, KU Leuven), under license number P055/2017 and were performed
as previously described [11]. In total, 250-300 g Wistar (RccHan:WIST) male rats were
obtained from Harlan (NL).

The cannula was attached to a 5 mL syringe and a dispensing pump (Harvard Appa-
ratus) dispensing the required volume (300-500 pL) over a 15 min period. A slow steady
release of the dosage in this manner was required to reduce the acute vasoconstrictive effect
of a single rapid injection of the same dosage. ET-1 (Millipore) was administered at a final
dosage of 1000 ng/kg and Iso (Merck) at 50 nug/kg. Final working concentrations prepared
in sterile saline and vehicle-only controls (Ctrl) were administered at the same volume of
sterile saline over a 15 min period. Rats were sacrificed by cervical dislocation and the
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heart was immediately removed for dissection. Whole hearts were removed and placed in
ice-cold PBS briefly to remove excess blood, dissected using a sterile surgical scalpel in PBS
on ice and weighed on a microbalance before snap-freezing in liquid nitrogen and being
stored at —80 °C.

2.17. Adenoviral Methods

Adenoviruses were produced and amplified in HEK293 cells and purified as previ-
ously described [44]. Adenoviruses to express the WT and catalytically dead D565A mutant
(DN) of MSK1 were generated using the AdEasy method by sub-cloning the cDNA for
MSK1 or its mutant from a pCMV5 backbone (kindly provided by Prof D Alessi, University
of Dundee) into pShuttle CMV [39]. Pacl-digested recombinant plasmids were transfected
into HEK293 cells and crude adenovirus was harvested after 10-14 days. Adenoviruses
for dominant negative (DN)-Jun and AP-1 luciferase were purchased from Vector Biolabs
(Malvern, PA, USA). All viruses were amplified in HEK293 cells, purified using the Viva-
pure Adenopack 100 (Sartorius, Gottingen, Germany) and titrated by end-point dilution in
HEK293 cells.

2.18. Analysis of Luciferase Reporter Activity

The AP-1 luciferase reporter was expressed using an adenoviral vector and luciferase
activity was determined using a luciferase assay kit from Promega (Madison, WI, USA) as
previously described [42].

2.19. Small Interfering RNA (siRNA) Knockdown

Stealth™ siRNAs were purchased from Invitrogen. To achieve sufficient knock-
down of Msk1 or Brgl, two siRNAs targeting different regions of the target mRNA
were selected. Medium GC-content non-silencing siRNA was transfected as a negative
control. Transfections were performed at the onset of the serum starvation period using
Dharmafect I and Accell medium (Dharmacon, Horizon Discovery, Cambridge, UK).
To transfect NRVM cultured in 12-well dishes, 200 pmol siRNA duplexes were made
up to 100 pL total volume in Accell media and the solution was mixed by pipetting.
In a separate tube, 6 uL Dharmafect I was added to 94 pL Accell medium and mixed.
After incubation for 5 min at room temperature, the tubes were combined, mixed and
incubated for a further 20 min at room temperature. During this incubation, NRVM
culture medium was replaced with 800 uL pre-warmed Accell medium. At the end of
the 20 min incubation, transfection complexes were added to the cultures in a drop-wise
manner and incubated with the cells for 6 h. Post-transfection, Accell medium was
replaced with fresh maintenance medium and the remainder of the serum starvation
period was carried out.

2.20. Statistical Analysis

Data were collated in Microsoft Excel and statistical analysis was performed using
GraphPad Prism v7.0 or v8.0. Data are presented as the mean of at least three indepen-
dent experiments + the standard error of the mean (SEM). The number of independent
experiments for each figure is indicated in the figure legend. For comparison between two
groups, p-values were calculated using the unpaired two-tailed f-test. To calculate p-values
for data comparing three or more groups, one-way ANOVA with Bonferroni’s multiple
comparison test for p value correction was used. p-values less than 0.05 were accepted as
significant. Individual (adjusted) p values are indicated on the figures.



Cells 2022, 11, 604

9 of 27

3. Results
3.1. Endothelin-1 Stimulates ERK-Dependent Phosphorylation of Histone H3 Serine 28

We first determined whether the nucleosomal response was engaged during the initial
phase of the cardiac hypertrophic response to ET-1. To this end, phosphorylation of histone
H3 at serines 10 and 28 was quantitated in acid-extracted histones from NRVM exposed
to ET-1 for 0, 10 and 30 min. These time points were chosen as they overlapped with
the established time-course of c-Fos induction, which we have shown previously [11] and
here for additional IEG (Figure S1A). The relevance of this model is supported by the
hypertrophic response observed when similarly cultured NRVM are harvested after 24 h
exposure to ET-1 rather than the time points used for histone phosphorylation analysis
(Figure S1B-D). ET-1 promoted a significant increase in pH3528 at 10 min, which was not
additionally increased at the 30 min timepoint (Figure 1A). Notably, the ET-1-stimulated
increase in pH3528 was sensitive to inhibition of ERK1/2 signalling with PD184352 (PD;
an inhibitor of the direct upstream kinase of ERK1/2, MEK1/2; Figure S1E) [11,50]. The
efficacy of PD184352 inhibition of MAPK signalling was confirmed by its prevention of ET-
1-stimulated ERK1/2 phosphorylation (Figure S1F), hypertrophy (Figure S1B-D) and IEG
induction (Figure S1G). Phosphorylation of histone H3510 was not significantly increased
following ET-1, and was unaffected by PD (Figure 1A).

To validate these findings in vivo, CM pH3528 levels were next determined in adult
rats following in vivo administration of hypertrophic agonists [11,51]. For these experi-
ments, animals were infused for 15 min via the jugular vein with hypertrophic agonists.
In particular, rats were infused with either subpressor levels of ET-1, previously shown to
stimulate induction of hypertrophic gene expression, or with the synthetic 3-adrenergic
agonist isoproterenol (Iso), which is widely used under chronic conditions to evoke a
pathological hypertrophic response and heart failure involving CM hypertrophy [5,52,53].
To selectively quantitate pH3528 in CMs and not in other cardiac cell types, which are in
the majority in the heart, pH3528 was measured by confocal imaging of immunostained
heart sections. CM nuclei were identified by their staining for PCM-1. Both ET-1 and Iso
infusion significantly increased CM pH3528 (Figure 1B). mRNA expression of IEGs was
also induced following 15 min stimulation in ET-1 and Iso-infused hearts (Figures 2C and
S2A). Supporting the pro-hypertrophic effect of these infusions with ET-1 or Iso, Nppa/Anf
and Nppb/Bnp were also induced in these animals (Figure S2B).

To probe whether pH3528 was increased at IEG promoters following exposure to
ET-1 or Iso infusion, chromatin immunoprecipitation (ChIP) experiments were performed.
ChlIPs were performed using antibodies against pH3528 and the product detected by qPCR
using primers targeting the c-Jun and c-Fos promoters, as shown in the cartoons (Figure 1D).
Consistent with the increased pH3528 detected by immunoblotting and immunofluores-
cence analysis, ChIP enrichment for pH3S528-associated IEG promoters was substantially
increased following 15 min ET-1 or Iso infusion (Figure 1D).
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Figure 1. Neurohumoral signalling-induced ERK1/2 activation results in histone H3528 phospho-
rylation at IEG promoters. (A). Imnmunoblot analysis of pH3510 and pH3S28. Left: Representative
immunoblots from 1 NRVM preparation probing for pH3510 and pH3S28 in acid-extracted histones
from NRVMs exposed to ET-1 for 0, 10 and 30 min in the presence or absence of PD. Right: Levels
of phosphorylated histone normalised to total histone H3. For pH3S10, N = 5. For pH3528, N = 3.
(B). Confocal immunofluorescence analysis of pH3528 in CM in ventricular cardiac sections prepared
from rats infused with ET-1 or Iso for 15 min. CM nuclei were demarcated by pericentriolar material 1
(PCM-1; in green) perinuclear staining. Nuclei are stained with DAPI (blue) and pH3S28 in magenta.
Scale bar = 25 um. The plot (left) shows quantification of nuclear pH3528 in PCM-1 positive nuclei.
N =4, 80-125 nuclei per animal. (C). RT-qPCR gene expression analysis of IEGs c-Jun and c-Fos mRNA
in left ventricular tissue from Wistar rats administered with ET-1 or Iso through jugular vein infusion
and sacrificed 15 min later. N =7, 8 and 6 for control, ET-1 and Iso infused animals respectively.
(D). Chromatin immunoprecipitation-qPCR (ChIP-qPCR) analysis of pH3528 at IEG promoters, c-Jun
and c-Fos in adult male Wistar rats that were administered ET-1 or Iso through jugular vein infusion
and sacrificed 15 min later. Top: schematic for the site of ChIP primer amplification relative to the

transcription start sites. Below: quantification of enrichment compared with control (untreated) rats.
N=3.
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3.2. MSK1/2 Is Activated following ET-1 Stimulation in an ERK1/2 Dependent Manner

Given its role in phosphorylation of histone H3528, albeit in non-cardiac tissues, we
tested the involvement of MSK1/2 in the phosphorylation of histone H3528 by ET-1 in
NRVM [33,34]. The requirement for ERK1/2 activity for coupling ET-1 stimulation and
MSK activation was also tested. MSK1 phosphorylation at S376 (pMSK), a phosphorylation
site required for activity, was analysed by immunoblotting of lysates prepared from NRVM
stimulated with ET-1, with and without PD (Figure 2A). As shown in the immunoblot
and densitometric analysis, ET-1 stimulated an increase in pMSK that was sensitive to
MEK/ERK pathway inhibition (Figure 2A). Showing in vivo preservation of this pathway,
pMSK levels were also increased in PCM-1+ve CM nuclei in heart sections from rats
infused with ET-1 or Iso for 15 min (Figure 2B). Together, these experiments indicate that
hypertrophic agonists stimulate a rapid phosphorylation of MSK in CM that is dependent
on MEK/ERK signalling.

The requirement for MSK for the ET-1-stimulated phosphorylation of histone H3528
was next investigated. Owing to the lack of specific pharmacological inhibitors of
MSK1/2 [39,41], a molecular approach was used to manipulate its activity. MSK1 signalling
was enhanced through overexpression of wild-type MSK1 (WT-MSK), whilst endogenous
MSK1 was inhibited by expression of a D565A kinase dead mutant of MSK1 that acts in a
dominant-negative fashion (DN-MSK1) [36]. The shared regulatory mechanisms of MSK1
and MSK2 render them equally sensitive to DN-MSK1 inhibition, thereby overcoming pos-
sible redundancy [36,54]. Immunofluorescence analysis demonstrated nuclear localisation
of adenovirally expressed FLAG tagged WT- and DN-MSK1 in NRVMs (Figure 2C) and
immunoblotting showed overexpression of the WT and DN-MSK1 proteins at equivalent
levels (detected using anti-FLAG antibody; Figure 2D). Overexpression of WT-MSK1 pro-
duced an increase in baseline MSK1 phosphorylation, whereas consistent with its reported
dominant negative mode of action, DN-MSK1 expression prevented ET-1-stimulated activa-
tion of endogenous MSK1 (Figure 2D). Neither overexpression of WT-MSK1 or DN-MSK1
affected ERK1/2 activation following ET-1 stimulation, indicating that effects of these strate-
gies to modify MSK activity are not mediated via altered ERK1/2 activity but by MSK1
itself (Figure 2D). The consequences of WT and DN-MSK1 expression on ET-1 stimulated
histone H3528 phosphorylation were next measured. Notably, both ET-1 application and
WT-MSKT1 overexpression increased pH3528 levels in NRVMs. ET-1 stimulated in pH3528
was, however, inhibited by DN-MSK1 expression (Figure 2E). No additional effect of ET-1
on pH3528 was observed in NRVM overexpressing WI-MSK. Together, these data are
consistent with MSK being responsible for the phosphorylation of histone H3528 in ET-1
stimulated CMs.

3.3. MSK1/2 Stimulates IEG Induction, Phosphorylation of H3528 at IEG Promoters and Promotes
Induction of Hypertrophic Gene Expression

The requirement for MSK activity for IEG induction and hypertrophic responses was
examined (Figure 2EG). WT-MSK overexpression resulted in a significant elevation in
c-Fos expression compared to control, which was not additionally increased by 10 min
exposure to ET-1 (Figure 2F). Consistent with its effects on kinase activation and histone
H3528 phosphorylation, DN-MSK1 expression significantly inhibited ET-1 stimulated c-Fos
induction. WI-MSK expression also had a significant effect on cell hypertrophy, stimulating
an increase in cell area in the absence of ET-1 (Figure 2G). WT-MSK1 did not promote a
significant increase in Nppa mRNA above its already increased baseline levels. Notably
DN-MSKT1 expression suppressed NRVM hypertrophic responses to ET-1, with a significant
inhibition of the ET-1 stimulated increases in Nppa mRNA and cell size observed (Figure 2G).
In line with these findings, dominant negative Jun (DN-Jun) expression inhibited ET-1
induced increases in Nppa expression and cell size (Figure S3A,B). Further supporting the
relevance of this pathway, ET-1-stimulated increases in histone H3528 phosphorylation
and c-Fos and Nppa mRNA expression were also abrogated by DN-MSK in ventricular CM
from adult rat (Figure S3C,D).
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Figure 2. Activated MSK is required for histone H3528 phosphorylation, recruitment of BRG1 to
chromatin and IEG induction in CM. (A). Immunoblot showing levels of phosphorylated (activated)
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MSK in NRVMs + PD and stimulated + ET-1 for 10 min. pMSK is normalised to «-Actinin (x-Act)
as a loading control. Left: Representative immunoblot. Right: Quantification of pMSK relative to
control-vehicle-treated cells. N = 5. (B). Confocal immunofluorescence analysis of pMSK in CM in
ventricular cardiac sections prepared from rats infused with ET-1 or Iso for 15 min. CM nuclei were
demarcated by pericentriolar material 1 (PCM-1; in magenta) perinuclear staining. Nuclei are stained
with DAPI (blue) and pMSK in green. Left: Quantification of nuclear pMSK in PCM-1-positive
nuclei. N = 4, 200-400 CM nuclei per sample. Right: Confocal images of heart sections from animals
treated as indicated. Scale bar = 20 um. (C). Representative confocal images of immunostained
NRVMs showing expression of FLAG-tagged WT-MSK and DN-MSK adenoviruses (AdV). Nuclei are
stained with DAPI (blue), Beta-Actin in green and FLAG-tagged MSK in red. (D). Imnmunoblotting
for pMSK, pERK and FLAG-tagged MSK AdV in NRVMs infected with either empty vector (EV),
WT-MSK1 AdV or DN-MSK1 AdV and treated + 15 min with ET-1, normalised to GAPDH as a
loading control. Left: Representative immunoblot. Right: Quantification of immunoblot, relative to
EV. N =5. (E). Inmunoblotting for phosphorylated histone H3528 in NRVMs infected with either
empty vector (EV), WI-MSK1 AdV or DN-MSK1 AdV treated + 15 min with ET-1, normalised to
total histone H3 (T-H3) as a loading control. Left: Representative immunoblot. Right: Quantification
of immunoblot data. N = 6. (F). Effect of DN-MSK expression on c-Fos expression in NRVMs treated
with ET-1 for 10 min. c-Fos expression was determined by RT-qPCR. Data are presented relative to
empty vector. For WI-MSK data (left), EV ctrl and WT-MSK ctrl, N = 10, EV ET-1 and WT-MSK ET-1,
N = 6. For DN-MSK data (right), N = 6. (G). Analysis of hypertrophic responses in NRVMs infected
with EV or DN-MSK1 AdV treated £ ET-1 for 24 h. Left: RT-qPCR expression analysis of Nppa/Anf
mRNA in NRVMs. Data are presented relative to EV untreated cells. For EV ctrl, EV ET-1, WT-MSK
ctrl and WT-MSK ET-1, N = 8. For DN-MSK ctrl and DN-MSK ET-1, N = 6. Right: Cell area (um?)
as a measure of hypertrophy in NRVMs. N = 4, 50-80 cells per condition. * indicates significantly
different from EV transduced NRVM not treated with ET-1; p < 0.0001 (H). ChIP-qPCR analysis for
pH3S528 abundance at c-Jun (left) and c-Fos gene promoter regions in NRVMs infected with EV or
DN-MSK1 AdV =+ ET-1 for 10 min. Top: schematic for the site of ChIP primer amplification relative
to the transcription start sites. Below: quantification of enrichment compared with EV AdV untreated
NRVMs. For c-Jun ChIP data (Left), N = 4. For c-Fos ChIP data (Right), N = 3. (I). ChIP-qPCR analysis
for BRG1 enrichment at c-Jun (left) and c-Fos gene promoter regions in NRVMs infected with EV or
DN-MSK1 AdV + ET-1 for 10 min. Quantification of BRG1 enrichment at the c-Jun (Left) and c-Fos
(Right) promoters compared with EV AdV untreated NRVMs. For c-Jun ChIP data (Left), N = 4. For
c-Fos ChIP data (Right), N = 3. (J). ChIP-qPCR for BRG1 at the c-Jun and c-Fos gene promoters in left
ventricular tissue from adult male Wistar rats that were administered ET-1 or Iso through jugular

vein administration and sacrificed 15 min later. N = 3.

To further examine the relationship between MSK, pH3528 and IEG induction, we
next probed whether MSK was required for the phosphorylation of histone H3528 at IEG
promoters in response to ET-1. ChIP experiments were carried out in NRVMs expressing
DN-MSK1 or empty vector control that were exposed to ET-1 or vehicle for 10 min. Since
the aim of these experiments was to test the requirement for MSK for the phosphorylation
of H3528 downstream of ET-1 stimulation, the effects of WT-MSK were not examined. In
these experiments, the ET-1-stimulated ChIP enrichment of c-Jun and c-Fos promoters was
lost in NRVM overexpressing DN-MSK1 (Figure 2H).

To complement experiments using DN-MSK to suppress MSK activation, an siRNA
approach was used to knock down MSK expression. siRNA transfection resulted in ~60%
reduction in Msk1 mRNA compared to NRVM transfected with scrambled control siRNA
(Figure S3E). In MSK1 siRNA knockdown (siMsk1) NRVMs, ET-1-stimulated induction
of c-Fos was significantly blunted after 10 min exposure (Figure S3F). Moreover, siMsk1
prevented ET-1-stimulated hypertrophic gene expression (Figure S3G).

Together, these findings identify MSK1 as the kinase responsible for the phosphoryla-
tion of histone H3528 in IEG promoters and induction of c-Fos expression in CM stimulated
with ET-1. Moreover, our data show that these events are required for the CM hypertrophic
response.
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3.4. MSK1-Mediated Phosphorylation of H3528 Recruits BRG1, a Component of the BAF60
Chromatin Remodelling Complex to IEG Loci

IEG induction and pathological cardiac remodelling involves the action of Brahma-
related gene-1(BRG1; encoded by gene SMARCA4), a component of the BAF (BRG1/Brahma
(BRM)-associated factor 60; BAF60) ATP-dependent chromatin remodelling complex [55].
While a relationship between histone H3528 phosphorylation and BRG1 recruitment has
been shown in certain tissue contexts [30], this relationship has not been shown in the
cardiac hypertrophic response. Prior to testing the role of BRG1 in IEG induction in CM,, its
influence on hypertrophic remodelling was first validated. siRNA knockdown of BRG1
expression prevented isoform switching between Myh6 and Myh7, associated with induc-
tion of pathological hypertrophy (Figure S3H,I). Notably, BRG1 knockdown also abrogated
c-Fos induction in ET-1-stimulated NRVMs (Figure S3]). The requirement for pH3528 for
BRG1 occupancy at IEG promoters in NRVM responses to ET-1 was investigated. ChIP
experiments were performed on NRVMs expressing DN-MSK1 =+ ET-1, as in Figure 2H but
using an anti BRG1 antibody. Notably, ET-1 stimulation of NRVMs led to an increase in
BRG1 association with the c-Jun and c-Fos promoters, which was prevented by DN-MSK
expression (Figure 2I). Further supporting these in vitro data, ChIP experiments demon-
strated enrichment of BRG1 at the c-Jun and c-Fos promoters in chromatin prepared from
hearts from Wistar rats infused with ET-1 or Iso for 15 min (Figure 2J).

Collectively, these data demonstrate that MSK-mediated phosphorylation of histone
H3528 at IEG promoters is a necessary event for the recruitment of the chromatin re-
modelling complex required for IEG expression and hypertrophic responses to GPCR
stimulation.

3.5. MISK1/2 Expression Is Required for the Hypertrophic Response In Vivo

The data above indicate that IEG induction in response to neurohormonal stimuli
requires MSK phosphorylation of histone H3528 at IEG loci leading to recruitment of
BRGLI. Invitro data also show that this pathway is required for the CM hypertrophic
response. The requirement for these actions of MSK1/2 during the early phases of the
response to hypertrophic stimulation for the later development of hypertrophy in vivo was
next examined. To these ends, the effects of mini-pump infusion of Iso were compared
between wild type (WT) mice and mice in which both alleles of Msk had been deleted
(Msk1/2—/~/=/=; Msk1/2 knockout (Msk1/2 KO)) [43]. We focused on the first two weeks of
the Iso response as we were interested in the early stages of cardiac remodelling and not in
heart failure [52,56].

The activation of the MSK/pH3528/BRG1/1EG pathway axis during the Iso infusion
and how it was affected by loss of Msk1/2 was first assessed. As expected, Mskl and Msk2
transcripts were absent in heart tissue of the Msk1/2 KO mouse (Figure 3A). Msk1 and
Msk2 mRNA levels were also measured in the Iso-infused WT mice and were found to be
significantly upregulated after 2 weeks (Figure 3A). Notably, expression of IEGs including
¢-Fos and c¢-Jun was elevated at 2 weeks in Iso-infused WT mice but not in the Msk1/2 KO
mouse (Figure 3B,C). In line with its role in IEG induction, Smarca4 (the gene encoding Brg1)
expression was also elevated in the Iso-infused WT but not the similarly treated Msk1/2 KO
mouse (Figure 3B,C). Immunofluorescence analysis was carried out to examine levels of
nuclear pMSK and pH3528 (demarcated by PCM-1 or Nesprin perinuclear staining [47]) in
CM in sections prepared from Iso-infused WT and Msk1/2 KO animals. As expected, the
signal for pMSK within PCM-1 bounded nuclei was at very low background levels in the
Msk1/2 KO hearts in comparison with control WT hearts. pH3528 immunostaining was
detected in PCM-1 +ve nuclei of WT mice and at a significantly lower level in Msk1/2 KO
(Figure 3D,E). Some non-nuclear staining was observed and considered non-specific since
MSK is a nuclear localized kinase. While significantly higher than in Msk1/2 KO at baseline,
no significant effect of Iso on pMSK or pH3528 was however observed in WT CM. These
data are consistent with the absence of MSK protein in the Msk1/2 KO and the dominant
but not exclusive role of MSK as the histone H3528 kinase.
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To determine the wider relevance of the role of MSK in hypertrophic responses, we
examined whether increased expression of Msk1/2, Smarca4, and the IEG they regulate was
a feature of other models of hypertrophy. In line with the findings in mice infused with
Iso for 2 weeks, expression of IEGs, Smarca4 and Msk1/2, was elevated in CM from rats
subjected to constriction of the ascending aorta (AB) for 6 weeks (a model of pathological
hypertrophy) [47] (Figure S4A). Indicative of a specific role in pathological cardiac remod-
elling, no increase in expression of these genes was detected in CM from rats exhibiting a
similar degree of hypertrophy induced by 6 weeks treadmill training to elicit physiologi-
cal hypertrophic remodelling [47] (Figure S3A). Msk1 and Msk2 mRNA levels were also
increased in hypertrophic NRVMs after 24 h of ET-1 stimulation (Figure S3B).

Hypertrophic remodelling was next assessed in the Msk1/2 KO mice. Cardiac function
and geometry were measured in vivo by 2D echocardiography prior to the start of the
experiment (baseline) and after one and two weeks of Iso infusion. In line with the reported
lack of an overt phenotype in Msk1/2 double KO mice, no differences in cardiac function,
indicated by fractional shortening (FS) or posterior wall thickness (PWd) were detected
between control WT and Msk1/2 KO animals at baseline (Figures 3F and S3C). Consistent
with the established rapid pro-hypertrophic effect of Iso infusion [52,56], WT mice exhibited
an increase in posterior wall thickness after 1 week of Iso that was further increased at 2
weeks. This effect of Iso was significantly delayed in Msk1/2 KO mice with no increase
in PWd detected until 2 weeks of Iso infusion (Figures 3F and S3C). While fractional
shortening was significantly increased after 1 week of Iso infusion in WT mice, no such
increase was observed in similarly treated Msk1/2 KO mice, which exhibited a significantly
reduced fractional shortening at both 1 and 2 weeks post Iso infusion compared to similarly
treated WT mice (Figure 3G).

As a further measure of hypertrophic remodelling, the induction of expression of
components of the foetal gene program was assessed by RT-qPCR. While expression of
Nppa, Nppb and Myh7 was increased in WT mice after Iso infusion, no such effects of Iso
were detected in Msk1/2 KO mice (Figure 3H).

Fibrosis is a common feature of pathological hypertrophy in vivo, including when
induced by Iso [5,52]. Histological analysis of left ventricular tissue sections revealed a
significant increase in interstitial fibrosis following Iso infusion in WT mice but not in
the Msk1/2 KO mice (Figures 31 and S3D). Supporting the histological analysis, mRNA
expression of the extracellular matrix component Collal was substantially increased in
Iso-infused WT mice but not in similarly treated Msk1/2 KO mice (Figure 3]).

Given the association between CM viability and MAPK pathways, we assessed
whether the reduction in fibrosis was associated with reduced cell death, which was
contributing to the protective effects of Msk1/2 KO. TUNEL staining of heart sections re-
vealed a significant Iso-dependent increase in cell death in WT mouse hearts that was not
observed in Msk1/2 KO mice (Figure S3E). Baseline cell death was similar between WT
and Msk1/2 KO mouse hearts. As a further measure of cell death induction, mRNA levels
of anti- and pro-apoptotic mediators were analysed (Figure S3F,G). mRNA expression of
executioner caspases 3 and 9 (Casp3 and Casp9) of apoptosis and of Bax, a pro-apoptotic
BH3-only family member, were increased following Iso in WT mice but not in the Msk1/2
KO mouse (Figure S3F). Conversely, the mRNA encoding anti-apoptotic Bcl-2 was increased
in the Msk1/2 KO mouse following Iso infusion but not in the similarly treated WT mouse
(Figure S3G).

Together, these data reveal that MSK activity is required for the induction of hypertro-
phy in vivo, and that in its absence, hearts are protected from pathological insult.
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Figure 3. IEG activation and cardiomyocyte hypertrophy is suppressed in vivo in MSK1/2 KO mice.
(A). RT-qPCR analysis of Msk1 (Left) and Msk2 (Right) mRNA expression in left ventricle from Msk1/2
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KO mice and wild type littermates + Iso infusion for 2 weeks. WT ctrl, N =7, WT Iso, N = 4, KO ctrl,
N =5,KO Iso, N = 8. (B). RT-qPCR analysis of expression of IEGs c-Jun (Left) and c-Fos (Right) in left
ventricle from Msk1/2 KO mice and wild type littermates & Iso infusion for 2 weeks. WT ctrl, N =5,
WTIso, N =4, KO ctrl, N =5, KO Iso, N = 5. (C). RT-qPCR analysis of Smarca4/Brg1 mRNA expression
in left ventricle from Msk1/2 KO mice and wild type littermates =+ Iso infusion for 2 weeks. WT ctrl, N
=5, WT Iso, N =4, KO ctrl, N =5, KO Iso, N = 5. (D). Inmunostaining for pMSK in CM nuclei in left
ventricular cardiac sections in Msk1/2 KO mice and wild type littermates =+ Iso infusion for 2 weeks.
CM nuclei are demarcated with Nesprin. Left: Quantification of pMSK in Nesprin+ve nuclei. Right:
Representative immunostaining images for pMSK (green), Nesprin (red) and nuclei are stained with
DAPI (blue). N = 4, 30-160 nuclei per sample. Scale bar = 50 um. (E). Inmunostaining for pH3528
in CM nuclei in left ventricular cardiac sections in Msk1/2 KO mice and wild type littermates + Iso
infusion for 2 weeks. CM nuclei are demarcated with PCM-1. Left: Quantification of pH3528 in
PCM-1+ve nuclei. Right: Representative immunostaining images for pH3528 (red), PCM-1 (green)
and nuclei are stained with DAPI (blue). N = 4, 30-160 nuclei per sample. Scale bar = 50 pm. (F).
Posterior wall dimension in diastole in Msk1/2 KO mice and wild type littermates at 1 and 2 weeks +
Iso infusion, derived from 2D echocardiography data. WT ctrl, N =6, WT Iso, N =4, KO ctr], N =5,
KO Iso, N = 6. (G). Fractional shortening in Msk1/2 KO mice and wild type littermates at baseline
(Iso = 0) and =+ Iso infusion for 1 and 2 weeks (Iso = 1), derived from 2D echocardiography data. WT
ctrl, N =6, WT Iso, N = 4, KO ctrl, N = 5, KO Iso, N = 6. (H). RT-qPCR analysis of the markers of
pathological hypertrophy Nppa/Anf, Nppb/Bnp and Myh7 mRNA expression in left ventricle from
Msk1/2 KO mice and wild type littermates + Iso infusion for 2 weeks. N =5, WT Iso, N = 4, KO ctrl,
N =5,KOIso, N = 5. (I). Quantification of left ventricular interstitial fibrosis, measured as percentage
(%) area of extracellular matrix from Picro Sirius Red staining in left ventricular tissue from Msk1/2
KO mice and wild type littermates =+ Iso infusion for 2 weeks. WT ctrl, N =7, WT Iso, N = 4, KO ctrl,
N =7,KOIso, N =5. (J). RT-qPCR analysis of Col1a1 mRNA expression in left ventricular tissue from
Msk1/2 KO mice and wild type littermates =+ Iso infusion for 2 weeks. WT ctrl, N =5, WT Iso, N = 4,
KO ctrl, N =5, KO Iso, N = 5.

3.6. The MSK1/2/pH3528/BRG1/IEG Axis Is Engaged in Human Hypertrophic Remodelling

We next examined whether the MSK1/2/pH3528/IEG pathway was conserved in
the responses of human CM to hypertrophic agonists. To this end, MSK activation and
histone H3528 phosphorylation following ET-1 and Iso application were analysed in acutely
isolated ventricular CM from explanted non-failing donor hearts. The involvement of
MAPK activity was also tested. ET-1 and Iso stimulation of human CM resulted in a
significant increase in pMSK and pH3528 (Figure 4A,B). Consistent with our findings in
rat ventricular CM, these phosphorylation events were abrogated by ERK1/2 pathway
inhibition with PD.

Having shown the persistence of the role of the MSK/pH3528/IEG axis in the in vivo
mouse model of cardiac remodelling and the activation of this pathway by hypertrophic
agonists in isolated human CM, we next examined whether this signalling axis remained
active in human heart failure. To this end, the expression of MSK1/2, IEGs and early
response gene target SMARCA4 was compared between CM nuclei purified from healthy
and hypertrophic human hearts. As in rodents, expression of MSK1/2, IEG components
of the AP-1 complex and SMARCA4 were substantially upregulated in heart failure CM
(Figure 4C-E). We next analysed pH3528 in the promoters of c-FOS, C-JUN and SMARCA4
by ChIP. Notably, pH3528 enrichment was observed at all three promoters in CM nuclei
isolated from failing compared with healthy control hearts (Figure 4F,G).
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Figure 4. The MAPK-MSK-pH3528 axis is conserved in the hypertrophic response in humans.
(A). Confocal immunofluorescence analysis of pH3S28 in isolated human donor CM treated for
15 min with ET-1 or Iso & PD. Left: Quantification of immunostaining of nuclear pH3S528. Right:
Representative images of isolated CM stained for pH3S28 (red), x-Act (cyan), nuclei stained with
DAPI (blue). N = 4, 12-123 cells per sample. Scale bar = 20 pm. (B). Confocal immunofluorescence
analysis of pMSK in isolated immunostaining in isolated human donor CM, treated for 15 min with
ET-1 or Iso &+ PD. Left: Quantification of immunostaining of nuclear pMSK. Right: Representative
images of isolated CM stained for pMSK (green), x-Act (purple), nuclei stained with DAPI (blue).
N =4, 14-124 cells per sample. Scale bar = 20 um. (C-E). RT-qPCR analysis of mRNA expression
of indicated genes in human hypertrophic left ventricular tissue (H) compared with non-failing (C).
In Figure 5CE, C, N = 5, H, N = 4. In Figure 5D, C, N =4, H, N = 4. (C). RT-qPCR analysis of
MSK1 and MSK2 mRNA expression. (D). RT-qPCR analysis of expression of immediate early gene
components of the AP-1 transcription factor complex. (E). RT-qPCR analysis of SMARCA4 (BRG-1).
(F). ChIP-gPCR analysis for pH3528 enrichment at the ¢-JUN and c-FOS promoters in PCM-1 +ve CM
nuclei from human hypertrophic left ventricular tissue (H) compared with non-failing (C). N = 3. (G).
ChIP-qPCR for pH3528 enrichment at the SMARCA4 promoter in PCM-1 +ve CM nuclei from human
hypertrophic left ventricular tissue (H) compared with non-failing (C). N = 3.
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Together, these data show conservation of the MSK pathway to IEG induction in
human hearts and support our hypothesis that the MSK/pH3528/1EG axis is necessary to
bring about the initial stages of the CM pathological hypertrophic response (Figure 5).

Normal Hypertrophic
heart heart

EaEE > . "

Hypertrophic stimulus
N

’ /
’ =
Plasma membrane

EEETN)

Figure 5. Graphical abstract of main findings of this study indicating pathway by which MSK couples
GPCR activation with IEG induction during the cardiac hypertrophic response.

4. Discussion

MAPK pathway regulation of the expression and activity of IEGs is the key to stress-
mediated induction of cardiac hypertrophic responses. Here we identified MSK1/2, a
kinase-activated downstream of ERK1/2, as being necessary for the initiation of IEG
expression in response to pathological hypertrophic cues. MSK1/2 elicited this response
through phosphorylation of histone H3528 allowing recruitment of the ATP-dependent
chromatin remodeller, BRG1. In the absence of this response, gene expression changes
and tissue remodelling associated with cardiac hypertrophy was attenuated. Notably, live-
cell functional assays and analysis of post-mortem human hypertrophic hearts revealed
conservation of this mechanism in humans. These data are summarised in the cartoon in
Figure 5.

MSK1/2-mediated phosphorylation of histone H3510 and H3528 transduces MAPK
activation in response to mitogenic stimulation activation to induction of IEG expression in
a wide range of tissues [32,33,55,57]. Until now, a mechanism involving MSKs acting as
histone kinases contributing to the induction of IEG and of hypertrophic gene expression
via a nucleosomal response has not been demonstrated in CM. MSKs have been reported
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to be activated during hypertrophy, however, and a requirement for MSK activity for the
induction of hypertrophy of isolated CM in vitro was previously invoked [37,38,40]. The
poor selectivity of the pharmacological inhibitors of MSK used, and the exclusive use of
isolated cells in these studies, cast doubt on the conclusions drawn. Indeed, the inhibitors
used show equivalent or greater activity on a number of other protein kinases including
PKCs, RSK and S6 kinase, with known roles in cardiac hypertrophy [9,39,41]. Moreover,
R0318220 used in the aforementioned studies to inhibit MSK has since been described
as an activator of c-Jun N-terminal kinase (which lies upstream of IEG induction) and
glycogen synthase [58]. Our data identify MSKs as a downstream target of the ERK MAPK
pathway in CM, contributing to its stimulation of IEG expression. The data presented in
this article are the first to show a bona fide role for MSK in cardiac transcriptional and
hypertrophic responses and to describe its potential mechanism of action. These conclusions
are strengthened by the specific molecular tools and animal models used to ensure the
specific manipulation of MSK activity required to test its requirement in signalling pathways
and hypertrophy induction. The data presented here demonstrate, for the first time,
phosphorylation of H3528 by MSK in CM following exposure to pathological stressors
associated with hypertrophy induction. Further, this phosphorylation event is required for
IEG activation and CM hypertrophy. In contrast to previous in vitro studies [11,37,38], we
also identify the contribution of MSK1/2 and its mechanism of action to IEG induction and
hypertrophic responses in vivo. While in vitro hypertrophic responses were completely
abrogated, the in vivo hypertrophic response was not but was rather delayed, suggesting
activation of redundant or compensatory pathways. Further, the specific role for MSK1/2
in responding to stress stimuli is consistent with the lack of overt phenotype in Msk1/2
double KO mice [43]. Importantly, the pathway from GPCR stimulation, via MSK activation
and phosphorylation of histone H3528 on IEG loci was conserved to human. Not only
could we show increased activation of this pathway in explanted failing hearts, we could
also demonstrate in CM isolated from human hearts acute activation of this pathway by
disease-relevant neurohormonal stimuli. The continued activity of this signaling axis in
human and mouse heart failure described here is perhaps surprising given the transient
increase in AP-1 factors following application of stressors reported [11,24-26,59], but may
point to their continued role in hypertrophic transcriptional responses beyond the initial
induction of IEG.

The role of MSK in hypertrophic remodelling that we report shows some overlaps
with that previously described for its upstream kinases of the ERK MAPK pathway and for
other MAPK pathways that converge on AP-1 factor activation [5,25,26,60]. Of particular
note, like MSKs, many of these kinases are required for the initial adaptive responses to
hypertrophic stimuli in vivo. Moreover, overexpression of MSK, as shown for many MAPK
pathways, is also sufficient to induce cardiac hypertrophy [61]. In NRVM overexpressing
MSK, however, no additional effect of hypertrophic stimulation with ET-1 was observed.
This is perhaps not surprising given the substantially greater phosphorylation of histone
H3528 in MSK overexpressing NRVM than in NRVM exposed to ET-1 alone. These data
further support the pivotal nature of MSK in coupling the effects of hypertrophic stimu-
lation with histone H3528 phosphorylation, IEG induction and hypertrophic responses.
Further supporting a linear relationship between GPCR stimulation, MEK/ERK and MSK
signalling, MSK activation, histone H3528 phosphorylation and downstream transcrip-
tional and hypertrophic responses were dependent on MEK/ERK activity. Contrasting
with the effects of knockout of certain MAPK or AP-1 factors [25,26], however, CM death
and fibrosis were not exacerbated in the Msk1/2 KO mouse following Iso infusion. These
data likely reflect the complex nature of MAPK and AP-1 factor signaling, which is highly
sensitive to expression levels, activity and stoichiometry/complement of participating
members [16,17]. For example, whereas in vivo overexpression of ERKs is not sufficient
to induce cardiac hypertrophy, overexpression of its direct upstream kinase MEK induces
a concentric hypertrophic response [61]. Induction of ERK1/2 expression following over-
expression of the small GTPase protein Ras, which lies between GPCR activation and
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ERK, results in cardiomyopathy, however [62]. Notably, loss of ERK2, which represents
50-70% of ERK activity in the heart, attenuates the initial compensatory phase of the
hypertrophic response and causes a direct progression to a cardiomyopathic phenotype
associated with substantial CM death [60]. Surprisingly, conditional deletion of both ERK
alleles does not prevent pathological hypertrophic growth [63]. ERK1/2 likely makes
different contributions to the different forms of hypertrophy—while ERK1/2 mediates
concentric growth responses to stimulus, it prevents eccentric growth [7,63,64]. As we
suggest for MSKs, ERK2 is not required for physiological cardiac remodelling in response
to 4 weeks of swim training, indicating independent pathways for adaptive hypertrophy in
response to pathological or physiological stimuli [60]. A similar requirement for the acute
adaptive hypertrophic growth and repression of maladaptive growth is reported for c-Jun
NH; terminal kinase (JNK1) [65]. Through deletion of this kinase, mice exhibit a loss of
adaptive hypertrophic responses and subsequent direct progression to cardiac dilation [65].
Moreover, MKK4, which lies upstream of JNK and p38MAPXK, is also required for this
hypertrophic response [5]. Consistent with these actions of JNK, c-Jun acts in a protective
manner, preventing maladaptive responses to stress [26]. While JunD also protects CM
from maladaptive remodelling, its activity is decreased in pathology, leading to a reduction
in AP-1 complexes in which it participates, thereby resulting in a greater influence of other
AP-1 factors on downstream signalling [24,25]. As a consequence, pathological cardiac
remodelling develops. Further contributing to any differences between the effects of loss
of MSK activity on IEG signalling compared to knockout of individual AP-1 factors or
of relevant upstream kinases are the redundancy and changes in stoichiometry of AP-1
components associated with AP-1 factor KO [17,25]. Specifically, in the absence of MSK
activity, the nucleosomal response which majorly participates in IEG induction, including
of AP-1 factors, is prevented, thereby eliciting more widespread consequences for their
downstream activities [32,33,43].

Promoter histone H3528 phosphorylation is an important step in the induction of IEG
expression. This phosphorylation event results in increased recruitment of BRG1, a compo-
nent of the BAF60 chromatin remodelling complex, to modified regions of chromatin [55].
Notably, BRG1 plays an important role in chromatin remodelling and transcriptional re-
sponses during cardiac development and disease. Indeed, BRG1 recruitment to the Myh6/7
locus is involved in the switching of these myosin heavy chain isoforms during CM mat-
uration and in response to stress [55]. Suggesting a contribution to the same signalling
pathway, BRG1 knockdown resulted in similar consequences to DN-MSK expression, with
a loss of induction of c-Fos and hypertrophic gene expression in response to ET-1 observed.
Moreover, increased BRG1 recruitment to IEG loci following ET-1 stimulation supports
these observations. Based on our data, we propose that histone H3528 phosphorylation
by MSK represents an initial step in mediating this hypertrophic response. The recruit-
ment of BRG1 further contributes to modulation of the epigenetic landscape of the heart
through recruiting factors including EZH?2 to acetylate H3K27 at mesoderm enhancers
and for polycomb-mediated repression of non-mesodermal genes [66]. Such a role for
MSK-mediated phosphorylation of histone H3528 is described in neuronal differentia-
tion [66]. H3K27me3 is also lost at activated gene promoters in hypertrophy and disease in
CM [47,67]. Whether loss of this mark is associated with gain of pH3528 is not determined
in CM transcriptional responses, although in other contexts, phosphorylation of histone
H3528 displaces the polycomb repressor complex (PRC), allowing H3K27 acetylation [68].

Phosphorylation of histone H3 has previously been described in CM, although CaMKII
was reported to be responsible [69,70]. CaMKII was found to directly bind and phospho-
rylate histone H3528. In end-stage heart failure as well as in a CaMKII transgenic mouse
model, CaMKII-mediated phosphorylation of histone H3528 in the haemoglobin promoter
resulted in enhanced expression in adult CM [70]. Whether this mechanism is protective or
contributes to the pathological phenotype is undetermined although in a separate study in
Drosophila in which a mutated histone H3528A mutant was expressed, thereby preventing
phosphorylation, improved cardiac function under stress conditions was observed [71].
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Notably, CaMKII contributed to a delayed but sustained elevation of global pH3528 but
not to the early peak in pH3528 observed in response to catecholaminergic stimulation [70].
Our description of a role for MSK in the phosphorylation of histone H3528 at IEG loci in
the minutes following agonist stimulation may suggest a model whereby MSKs mediate
the induction of IEGs during hypertrophy whereas CaMKII-dependent phosphorylation
of histone H3528 is involved in the control of the expression of genes involved in later
stages of the hypertrophic response. While CaMKII may indeed play a role at certain gene
loci, the substantial decrease in histone H3S28 phosphorylation in Msk1/2 KO animals
observed in this study would however suggest that MSKs make a substantial contribution
to pH3528 levels, particularly at IEG loci and during disease remodelling. The absence
of an increase in pMSK and pH3528 levels in the WT mice treated with Iso for 2 weeks
is consistent with our previous findings that ERK1/2 signalling activity declines to basal
levels within the first days of agonist treatment. Inhibitor studies indicate, however, that
despite levels of active kinase being below detection limits, this pathway continues to signal
to maintain elevated transcription of its targets [11]. CaMKII is also shown to phosphory-
late histone H3510, leading to the induction of foetal and pro-hypertrophic genes [70,72].
Notably, in the latter study, no CaMKII-dependent phosphorylation of histone H3528 was
detected. The nuclear localisation of this kinase together with its identified role in HDAC
phosphorylation provides a mechanism to remodel chromatin in a manner optimal for
stimulation of MEF2-dependent gene expression during hypertrophic remodelling [72]. As
we did not detect a robust change in pH3510 in NRVMs exposed to hypertrophic stimuli,
we did not examine phosphorylation of this residue in disease in vivo. Together, CaMKII
phosphorylation of histones H3510 and H3528 and histone H3528 phosphorylation by MSK
represent a mechanism that permits different stimuli at different phases of their action to
selectively control the expression of discrete cohorts of target genes.

Other targets of MSK involved in the cardiac hypertrophic response have been de-
scribed. The first substrate of MSK identified was the cAMP-Responsive Element-Binding
Protein (CREB) transcription factor, which binds cAMP response DNA elements (CRE),
associating with the histone acetyltransferase CREB-binding protein (CBP/P300) to activate
transcription. CREB itself is also phosphorylated by a number of different kinases, includ-
ing protein kinase A (PKA) [73]. The role of MSK-activated CREB in vivo is controversial.
Several studies have demonstrated that PKA- but not MSK-mediated CREB phosphory-
lation leads to CBP or p300 recruitment [74]. Cardiac-specific expression of a dominant
negative form of CREB (DN-CREB) leads to a dilated cardiomyopathy phenotype [75].
Given the extreme phenotype of DN-CREB in contrast to the relatively benign Msk1/2
double KO, it is likely that normal CREB activity is independent of MSK in the heart.

The lack of a cardiac phenotype of Msk1/2 KO under baseline conditions suggests a
limited role for MSK1/2 in the normal physiological activity of CM. The stress-specific func-
tion of MSK may therefore endow it with the necessary qualities of being therapeutically
targetable to prevent or ameliorate disease. To date, however, no specific pharmacolog-
ical inhibitors suitable for in vivo use are available and those currently used in in vitro
mechanistic studies show efficacy at multiple other kinases important in cardiac remod-
elling [39,41]. The development of CRISPR/Cas9 targeted MSK may, however, provide a
solution to modify MSK activity at defined loci [76]. Specific inhibitors of kinases upstream
of MSK, including members of the ERK/MAPK pathway, may also be used to inhibit its
activity, although the baseline and pleiotropic activities of these kinases in the heart make
them less ideal targets for manipulation.

5. Conclusions

Our data identified MSK as a pivotal and missing link between ERK/MAPK activation,
histone H3528 phosphorylation, IEG induction and CM hypertrophy induction. Further
studies will lead to the identification of the wider significance of MSK-induced histone
H3528 phosphorylation in the hypertrophic response and how it may be manipulated for
therapeutic benefit.
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