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Abstract: Shifts in epidemiological patterns foretell a rapid increase in the number of patients with heart
failure (HF) globally, representing a significant health and economic burden. Heart failure with preserved
ejection (HFpEF) is now considered the prevailing subtype of HF, with no effective treatment available to
combat this syndrome. Previous studies have highlighted the cardioprotective role of MKK?7 during cardiac
pathology, however, no extensive research has been performed to examine MKK?7 in the context of HFpEF.
This study aimed to address this shortcoming by using adeno-associated virus (AAV) 9 to overexpress
MKK?7 in the two-hit clinically relevant HFpEF mouse model. We report that cardiomyocyte-specific
overexpression of MKK7 improved the HFpEF phenotype in mice, by impeding cardiac diastolic
dysfunction and myocardial fibrosis. Mechanistically, it was found that MKK7 ameliorated ER stress by
maintaining IRE1-XBP1 signalling and blunted CHOP increase in the myocardium. To summarise, MKK7
overexpression holds the ability to protect the myocardium from HFpEF associated pathologies.
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1. Introduction

Heart failure with preserved ejection fraction (HFpEF) is a complex clinical syndrome that is
characterised by increased myocardial stiffness and reduced ventricular compliance limiting the ability of the
heart to maintain cardiac output. Consequently, the patient suffers from symptoms such as exercise
intolerance, fluid retention, fatigue and dyspnoea [1]. HFpEF is a multifactorial disorder that is regarded as
the cardiac manifestation of systemic metabolic disturbance because it usually concomitantly occurs with
other metabolic diseases including, diabetes, hypertension, obesity and ageing. An increase in the incidence
of these comorbidities is contributing to the growing prevalence of HFpEF [2].

Another factor significantly contributing to the rising rates of HFpEF, is the lack of treatment options
available to manage the disorder. The effectiveness of treatments available to manage HFrEF including, beta-
blockers, angiotensin receptor blockers (ARBs) and angiotensin-converting enzyme (ACE) inhibitors, have
not shown consistent effectiveness in improving disease outcome in patients suffering from HFpEF. This
discrepancy can mainly be attributed to differences in the underpinning mechanisms between HFpEF and
HFrEF [3]. Currently, the treatment of HFpEF focuses on addressing the underlying diseases contributing to
the development and progression of HFpEF and the management of the associated symptoms in order to
improve the overall quality of life. Scientists are now trying the identify novel treatment options to limit the
progression and development of HFpEF [4].

The clinical syndrome of HFpEF affects millions of people worldwide, however, despite the magnitude
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of the problem, the underlying pathogenic processes of the disease are largely unknown. Endoplasmic
reticulum (ER) disruption has been associated with a plethora of cardiovascular diseases and recently has
been shown to underpin HFpEF progression [5, 6]. Clear evidence points to a link between the
accumulation of misfolded proteins and aberrant ER stress, causing protein toxicity in cardiomyocytes.
Cardiomyocytes possess the ability to alleviate ER stress by activation of the unfolded protein response
(UPR) pathway. During acute stress, this pathway primarily acts to enhance protein folding capacity,
increase protein degradation and decrease protein synthesis. However, severe or prolonged stress
overwhelms the UPR machinery, resulting in apoptosis [7]. The UPR consists of three main signalling
pathways, that are activated by a transmembrane protein sensor located on the ER membrane; Protein-
kinase RNA-like kinase (PERK), Inositol-requiring enzyme 1 (AzamIRE1) and Activating Transcription
Factor 6 (ATF6). Together, these branches work in a coordinated manner to initially mitigate ER stress and
restore protein homeostasis [8].

Mitogen activated kinase kinase 7 (MKK7) is a stress-activated kinase, that following extracellular
stimuli such as hormones, mitogens, cytokines, growth factors, and stress, is activated to regulate a plethora
of cellular processes via a complex interconnected signalling cascade [9]. These cellular processes include
cell survival, growth, differentiation, apoptosis and metabolism [10]. Previously, MKK7 has been
demonstrated to play a cardio-protective role in the heart to mitigate heart failure [11-14]. However, it is
unknown if it can also induce cardioprotection in the HFpEF heart.

In this study, we aim to ascertain whether therapeutically maintaining MKK7 expression holds
cardioprotective benefits in terms of HFpEF. Using a two-hit mouse model of HFpEF, we first demonstrated
the downregulation of both MKK?7 and its activation in the myocardium. Therapeutically maintaining MKK?7
expression, via adeno-associated virus (AAV) 9, mitigated cardiac diastolic dysfunction and reduced
ventricular compliance. In terms of the underlying mechanism, it was observed that upregulation of
cardiomyocyte-specific MKK7 hindered ER stress by maintaining the expression of IRE1-XBP1, which
would have otherwise been downregulated. Reduced CHOP expression was also observed following MKK?7
overexpression. To summarise, we provide proof-of-concept evidence of the cardio-protective nature of
MKK?7 to maintain the IRE1-XBP1 signalling pathway and alleviate HFpEF.

2. Methods
2.1. Study Approval

All laboratory mice used in this study were maintained in a pathogen-free facility at the University of
Manchester. Animal studies were performed in accordance with the United Kingdom Animals (Scientific
Procedures) Act 1986 and were approved by the University of Manchester Ethics Committee.

2.2. Heart Failure with Preserved Ejection Fraction (HFpEF) Mouse Model

The mouse model described by Schiatterella et al.[6] was used to generate the HFpEF mice model.
Briefly, 6 to 8-weeks-old male C57BL/6N mice were randomly allocated and maintained with unrestricted
access to either standard chow (SDS, 801960) or 60% high-fat-diet (HFD, 824053, BioTech). N®-nitro-I-
arginine methyl ester (L-NAME, Sigma Aldrich) was supplied in the drinking water at a concentration of 0.6
g/L, after the pH was adjusted to 7.4. Water was changed every two days to ensure drug stability and
efficiency. Each mouse was considered a biological replicate. No exclusions were made. Mice were
euthanised by cervical dislocation while sedated.

2.3. Echocardiography

Cardiac function evaluation was performed using echocardiology. Mice were anaesthetised with 1.5%
isoflurane mixed with 100% oxygen at 1.5 L/min rate. The Acuson Sequoia C256 system (Siemens) and Vevo
770 system (Visualsonics) were used to obtain transthoracic M-Mode and pulse wave Doppler ultrasound
images. Parameters such as fractional shortening (FS%), left ventricle chamber and wall dimensions, diastolic
function (IVRT, E/A) parameters, ejection fraction (EF% ), left ventricular (LV) mass and relative wall
thickness were measured or calculated.
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2.4. Conscious Blood Pressure Measurements

For blood pressure evaluation, CODA volume pressure recording system (CODA, Kent Scientific) was
used to take non-invasive systolic and diastolic blood pressure as well as mean blood pressure. Measurements
were performed at the same time of day, and ten acclimation cycles were discarded before starting to record.
At least ten measurements were averaged per mouse.

2.5. Glucose Tolerance Test

Tail blood was acquired for glucose tolerance test. Mice were fasted for 6 h, followed by intraperitoneal
glucose injection (2 g/kg body weight). Blood glucose levels were measured at 30-min intervals over 2 h
using Accu-Chek Aviva (Roche) glucometer.

2.6. Construction of adeno-associated virus-MKK7 (AAV9-TnT-MKK7)

The pSSV9-TnT-eGFP was modified by replacing GFP with Flag-tagged human MKK7 cDNA
(DU48691, MRCPPUreagents). To obtain the recombinant AAV9-MKK?7 virus and the control AAV9-eGFP
virus, HEK293T cells were co-transfected with an adenoviral helper plasmid (pDGAVP), pAAV2-9 Rep-Cap
plasmid (pSE18-VD2/9) and the adeno-associated virus genome plasmids pSSV9-TnT-MKK?7 and pSSV9-
TnT-eGFP, respectively. Recombinant AAV9-MKK?7 was purified by discontinuous iodixanol gradient and
titrated by quantitative polymerase chain reaction (qPCR) relative to a standard curve. To overexpress
MKK?7, 1 x 10" genomic particles were administrated by intravenous injection. AAV9-GFP was injected as
the control.

2.7. Histology

Isolated hearts were first washed in PBS before being immediately fixed in 4% paraformaldehyde for 5
h at 4 °C. Next, they were washed in PBS for 30 min before undergoing dehydration in 50%, 70%, 90% and
100% ethanol for 2 h each. The hearts were then cleared in xylene overnight and embedded in paraffin. The
paraffin blocks were sectioned into 5 pm thickness using Microtome (Leica). Before histological staining was
performed, sections were dewaxed and rehydrated.

2.8. Haematoxylin and Eosin Staining (H&E)

The assessment of the cardiomyocyte cross-sectional area was performed by H&E staining. All tissue
sections underwent deparaffinisation before being sequentially rehydrated in 100%, 70% and 50% IMS for 10
min each. Next, sections were incubated in Harris Haematoxylin (LAMB/230, RA Lamb Dry Chemical
Stains) for 5 min and differentiated with acid alcohol for 10 s. The nuclei were counterstained using Eosin
(6766007, Thermo Scientific) for 1 minute. After rinsing twice in ddH,O, sections were dehydrated then
cleared in xylene for 20 min. Sections were mounted using Eukitt Quick-hardening mounting media (03989,
Sigma). After the slides were imaged using 3D Histech Panoramic 250 Slide-scanner, the cardiomyocyte
cross-sectional area for individual cardiomyocytes was analysed using ImageJ. On average, the ventricular
cross-sectional area of 100 cardiomyocytes for each heart was analysed.

2.9. Masson’s Trichrome Staining

Masson’s trichrome staining was performed to assess the extent of cardiac fibrosis. Following dewaxing
and rehydration as previously mentioned, tissue sections were treated with Bouin’s fixative (HT10132,
Sigma) for 2 h, before being stained with Harris Haematoxylin for 5 min. After the sections were
differentiated in acid alcohol solution for 10 s they were treated with red solution for 5 min (HT151, Sigma),
then incubated with 2.5% phosphomolybdic acid (HT153, Sigma) for 15 min. Subsequently, the tissue
sections were briefly rinsed in ddH,O before being treated with Aniline Blue Solution (B8563, Sigma) for 5
min to stain collagen fibres. Next, sections were incubated with 1% Acetic Acid for 1 min before being
sequentially dehydrated, cleared and mounted with Eukitt as previously mentioned. The slides were imaged
using 3D Histech Panoramic 250 Slide-scanner, the colour threshold function on Image] was used to
calculate the areas of fibrosis from 10 fields per sample.
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2.10. Electron Microscopy

To analyse changes in endoplasmic reticulum structure, transmission electron microscopy was
performed. Freshly isolated heart samples were fixed overnight in 0.1 M HEPES buffer (pH 7.2) containing
2.5% glutaraldehyde and 4% paraformaldehyde. Next, tissues were processed in 0.1 M Cacodylate Buffer
(pH 7.2) with 1.5% potassium ferrocyanide and 0.1% osmium tetroxide for 1 h, before being incubated with
0.1 M Cacodylate Buffer (pH 7.2) with 1% tannic acid for 1 h and finally 1% uranyl acetate or a further hour.
Next, samples were dehydrated in ethanol and embedded in TAAB 812 resin before being polymerised at 60 °
C for 24 h. Finally, the sections were cut with a Reichert Ultracut Ultramicrotome and examined using the
Talos L120C transmission electron microscope at 100kV accelerating voltage. Images were taken with Gatan
Orius SC1000 CCD camera.

2.11. Immunoblotting Analysis

Total protein was obtained using Triton lysis buffer (137 mmol/L NaCl, 20 mmol/L Tris, 0.1% w/v SDS,
2 mmol/L EDTA, 10% v/v glycerol, 1% Triton-X, 25 mmol/L glycerophosphate, 1 mmol/L Na,VO,, 1 mmol/
L, 10 mM NAM, 1 uM TSA, 1x protein cocktail inhibitor, pH 7.4). The lysates were cleared by
centrifugation at 14,000x g for 20 min. Protein concentration was determined using the Bio-Rad protein
assay. 30 ug protein extracts were used for Immunoblot analysis with antibodies against MKK7 (4172, Cell
Signalling), phospho-MKK?7 (4171, Cell Signalling), Flag (MA1-91878, Thermofisher), INK (9252, Cell
Signalling), p38 (9212, Cell Signalling), ERK1/2 (9102, Cell Signalling), MKK4 (9152, Cell Signalling),
GRP78 (ab21685, Abcam), IRE1 (ab37073, Abcam), phospho-IRE (ab48187, Abcam), ATF6 (ab37149,
Abcam), PERK (3192, Cell Signalling), phospho-PERK (3179, Cell Signalling), XBP1s (24868-1-AP,
Proteintech), elF2a (9722, Cell Signalling), phospho-elF2a (9721, Cell Signalling), ATF4 (10835-1-AP,
Proteintech), CHOP (2895, Cell Signalling) and G-Beta (166123. Santa Cruz Biotechnology). Secondary
antibodies anti-rabbit (7074, Cell Signalling) or anti-mouse (7076, Cell Signalling) HRP conjugates were
used. Immune-complexes were detected using Amersham ECL Prime/Select detection reagents (RPN2232/
RPN2235, Amersham) and the ChemiDoc MP System (BioRad).

2.12. Quantitative Real-Time Polymerase Chain Reaction (qPCR)

Trizol (Invitrogen) was used to extract total RNA from cells and ventricular tissues. Next, samples were
treated with DNAse (DNA-free Removal Kit, Invitrogen) to eliminate DNA contamination. RNA was
converted into cDNA using Lunascript (NEB3010, New England Biolabs). All primers were purchased from
Qiagen and qPCRs were conducted using SYBR Select PCR Master Mix (4472908, Applied Biosystems)
following the manufacturer’s instructions. qPCR reactions were run in the Step One Plus PCR System
(Applied Biosystems), and fold change was calculated by the comparative Ct (**Ct) method. mRNA levels
were normalised to 18S expression.

2.13. Data Analysis

Data are presented as mean + SEM and analysed using one-way or two-way ANOVA followed by post
hoc tests where appropriate. Comparisons between two groups were performed using Student’s t test. For
data with skewed distribution, non-parametric tests were used. Statistical analysis was performed using the
GraphPad Prism 9 software and p values < 0.05 were considered statistically significant.

3. Results
3.1. MKK7 Reduction in the HFpEF Myocardium

In order to investigate the role of MKK?7 during cardiac stress, we first examined the expression of
MKK?7 in a murine model of HFpEF. We used a recently developed preclinical model of HFpEF in which
male mice are subjected to a two-hit model of hypertensive and metabolic stress elicited by N°-nitro-L-
arginine methyl ester (L-NAME), to inhibit constitutive nitric oxide synthases, coupled with high-fat diet for
15-weeks (Figure 1A). This model successfully recapitulated the myriad features of human HFpEF. Upon
examination of the myocardium, it was revealed that 15-weeks HFD+L-NAME led to a depletion in both
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total expression and phosphorylation of MKK?7 in the myocardium compared to CHOW-fed control mice
(Figure 1B and 1C). Therefore, an involvement of MKK7 in HFpEF progression is plausible.
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Figure 1. Downregulated MKK7 expression following 15-weeks HFpEF. (A) Experimental overview of HFpEF
regime on male C57BL/6N mice for 15-weeks. (B + C) Immunoblotting analysis of total and phosphorylated MKK7
in male C57BL/6N mice myocardium following 15-weeks HFpEF (N=3)..

3.2. MKK7 Overexpression Mitigates Cardiac Dysfunction

To examine the role of MKK?7 overexpression in HFpEF, mice were injected with AAV9-TnT-MKK7
before initiation of the HFpEF regime (Figure 2A and 2B). Before commencing with the study, the AAV9-
TnT-MKK?7 mouse model was characterised to ensure cardiac-specific MKK7 overexpression (Supplementary
Figure S1A) As expected, 15-weeks HFD feeding led to increased body weight and glucose intolerance
(Supplementary Figure S2A, S2B and S2C), while L-NAME exposure raised systolic and diastolic blood
pressure (Supplementary Figure S2D and S2E). The level of systemic dysfunction between AAV9-TnT-GFP
and AAV9-TnT-MKK7 HFpEF mice was comparable, implying both groups of mice experienced a similar
degree of baseline metabolic dysfunction.
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Figure 2. Cardiomyocyte-specific overexpression of MKK7 improved HFpEF phenotype. (A) Experimental overview
of 15-weeks HFpEF on AAV9-TnT-eGFP or AAV9-TnT-MKK7 injected male C57BL/6N mice. (B) Construction of
AAV9-TnT-eGFP and AAV9-TnT-MKK?7 virus (C, D, E, F) Fractional shortening (FS%), Ejection fraction (EF%), E/
A ratio, and IVRT of different experimental cohorts. (N=5-10). (G) Heart weight/tibia length (N=5-10). (H) Lung
weight/tibia length (N=5-10). Data presented as means + SEM..

Echocardiography analysis was performed to evaluate changes in cardiac function. It was revealed that
both AAVO-TnT-GFP and AAV9-TnT-MKK7 HFpEF mice had persistent preservation of ejection fraction
and fractional shortening at the 15-week time-point (Figure 2C and 2D). However, markers of diastolic
dysfunction such as IVRT and E/A ratio were significantly increased in AAV9-TnT-GFP HFpEF mice, but
this response was mitigated in MKK?7 overexpression mice evident by a blunted rise in E/A ratio and reduced
IVRT length (Figure 2E and 2F). Furthermore, heart weight/tibia length (HW/TL) and lung weight/tibia
length were significantly increased in AAV9-TnT-GFP HFpEF mice suggesting cardiac hypertrophy and
pulmonary congestion (Figure 2G and 2H). This response was less prominent with MKK?7 overexpression. At
a cellular level, H&E staining analysis revealed that MKK?7 overexpression alleviated pathological
hypertrophic growth demonstrated by a smaller growth in cardiomyocyte cross-sectional area following
HFpEF (Figure 3A and 3B). In a consistent finding, the mRNA expression levels of hypertrophic gene ANP,
BNP and Myh7 were shown to be significantly lower in AAV9-TnT-MKK7 HFpEF mice compared to AAV9-
TnT-GFP HFpEF mice (Figure 3C). Concomitantly, pathological interstitial and perivascular myocardial
fibrosis was prevented by MKK?7 overexpression, despite the HFpEF regime (Figure 3D and 3F). We also
observed a slight increase in cardiomyocyte apoptosis in AAVI-TnT-GFP HFpEF mice but less so in AAV9-
TnT-MKK7 (Figure 3G and 3H). Collectively, these results support the notion that MKK7 protects the heart
against cardiac dysfunction.
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Figure 3. Overexpression of MKK7 prevented pathological ventricular remodelling, interstitial fibrosis and
cardiomyocyte apoptosis during HFpEF stress. (A and B) H&E staining analysis of the cardiomyocyte cross-sectional
area from different groups. Scale bar: 50 uM. (N=5-10). (C) Relative mRNA expression of ANP, BNP and Myh7 (N=
5). (D) Masson’s Trichrome staining of interstitial and perivascular fibrosis. Scale bar: 50 uM. (N=5-10). (E) DHE
staining. Scale bar: 50 pM. (N=5-10). (F) Masson’s Trichrome staining analysis of interstitial and perivascular
fibrosis. (G and H) TUNEL staining of the myocardium from different groups. Scale bar: 50 uM. (N=5-10). Data
presented as means = SEM..

3.3. MKK7 Overexpression Alleviates ER Stress

Next, we attempted to gain clues regarding how MKK?7 confers cardio protection. Accumulation of
misfolded/unfolded proteins has recently been shown to occur in murine and clinical HFpEF, therefore to
further explore this notion we evaluated changes in the unfolded protein response (UPR). This evolutionarily
conserved adaptive response is activated upon ER stress to mitigate the disruption in protein quality control
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and preserve vital cardiac function. Accordingly, we assessed key UPR markers to appraise whether MKK7
regulates the UPR in the myocardium during HFpEF. It was noted that cardiac ATF6 and PERK-eIF2a-ATF4
signalling remained enriched at 15-week HFD and L-NAME in AAV9-TnT-GFP mice. In contrast, the
expression of phosphorylated-IRE1, XBP1 splicing and GRP78 decreased following 15-weeks HFpEF,
although total IRE1 expression remained constant. In addition, CHOP expression increased in the mouse
myocardium after HFD and L-NAME treatment at 15 weeks (Figure 4A and 4B). Surprisingly, however, we
detected preserved IRE1-XBPls signalling together with reduced CHOP expression in AAV9-TnT-MKK7
HFpEF mice. Analysis of transcription levels revealed a general profile with decreased levels of GRP78,
GRP94, and members of the ERAD pathway including HRD1, EDEM1, DERL3 and UFDI, in AAV9-TnT-
GFP mice in response to 15-weeks HFpEF (Figure 4C). Analysis of the structure, using transmission electron
microscopy, revealed slightly swollen ER AAV9-TnT-GFP HFpEF mice in comparison to AAV9-TnT-MKK7
HFpEF mice (Figure 4D). Together, these data demonstrate the ability of MKK?7 in preserving IRE1-XBP1
signalling and reducing CHOP expression, suggesting a potential role for MKK?7 in mitigating ER stress and
maintaining protein quality control during HFpEF.
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Figure 4. Mitigated ER stress and preserved IRE1-XBP1 signalling in MKK7 overexpression myocardium. (A and B)
Representative immunoblot images and quantification of UPR markers in CHOW and 15-weeks HFpEF myocardium
(N=5-8). (C) Relative mRNA expression of components of the ERAD and UPR pathway in heart lysates from CHOW
and HFpEF AAV9-TnT-eGFP and TAC or AAV9-TnT-MKK?7 mice (N=5). Data presented as means £ SEM. (N=5).
(D) Transmission electron microscopic images of the myocardium subjected to 15-weeks HFpEF in AAV9-TnT-eGFP
or AAV9-TnT-MKK?7 mice. Scale bar = 500 nm..
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4. Discussion

In this study, we employed the use of a two-hit clinically relevant murine mouse model of
cardiometabolic HFpEF. The key findings of this study are (1) downregulation of MKK7 in the HFpEF
myocardium, (2) overexpression of MKK7 in the cardiomyocytes mitigates cardiac remodelling and diastolic
dysfunction (3) mechanistically, MKK?7 preserved IRE1-XBP1 signalling to mitigate ER stress. Our study
provides novel insight into the clinical implications of using MKK?7 in treating HFpEF.

The existing literature surrounding MKK?7 in the context of the heart is inconclusive, with some studies
suggesting it plays a detrimental function whereas others have demonstrated a cardioprotective effect.
Although there have been some studies investigating the role of MKK?7 during HFrEF [11-13] there have
been no concise studies examining the role of MKK7 during HFpEF. Therefore, to investigate the link
between MKK?7 and HFpEF we used an experimental model of 60% high-fat-diet and L-NAME which has
previously been shown to mimic the HFpEF phenotype [6,15]. The level of systemic dysfunction between
AAVI-TnT-GFP and AAV9-TnT-MKK7 mice was comparable implying the mice experienced a similar
degree of baseline metabolic dysfunction. This study highlighted that sustained HFpEF stress for 15-weeks
dampened both MKK7 expression and activation. MKK?7 is a stress-activated kinase that is rapidly activated
following a stress insult. Reduced MKK?7 expression following other forms of cardiac stress has also been
identified such as long-term pressure-overload stress [11] and isoprenaline treatment [12]. This suggests that
the lack of MKK?7 in the heart following long-term stress has the potential to predispose mice to a range of
pathologies. By maintaining MKK?7 expression, via AAVY, this study hypothesised that it could protect the
heart. Consequently, MKK?7 overexpression was induced at the beginning of the study. A more therapeutic
approach would be to induce MKK?7 overexpression following the onset of the HFpEF, as this would be of
more clinical relevance.

HFpEF is a disease lacking effective treatment options, primarily because of the lack of understanding
regarding the mechanistic underpinnings of the disease. The endoplasmic reticulum is responsible for
maintaining protein quality control by regulating protein synthesis and folding. ER stress occurs when there
is an accumulation of misfolded proteins within the lumen of the ER due to cellular stress, such as oxidative
stress [16] and hyperglycaemia [17]. To counteract the rise in misfolded protein the unfolded protein response
(UPR) is initiated as an adaptive response. However, in the case of prolonged or severe stress, a pro-apoptotic
phase is activated promoting cardiac dysfunction. Here, we unveiled that cardiomyocyte-restricted
overexpression of MKK?7 conferred cardioprotective properties by reducing fibrosis, cardiac hypertrophy and
diastolic dysfunction. Although it is unknown how exactly MKK?7 induced cardioprotection, we found that it
is, at least partly, via preservation of IRE1-XBP1 signalling. No changes were observed in the PERK-ATF4
or ATF6 pathway, but analysis at earlier time-points such as 5-weeks would potentially identify any short-
term fluctuations in the UPR signalling. In line with our study, it has been proven that the IRE1-XBP1
signalling pathway is downregulated during HFpEF. Schiatterella et al.[6] recently employed a similar two-
hit mouse model to recapitulate the multi-organ HFpEF syndrome. They subjected mice to 60% high-fat-diet
in combination with endothelial-dysfunction mediated hypertension and found a decline in myocardial IRE1
phosphorylation and XBP1s expression, accompanied by a decrease in diastolic function but stable systolic
function. In a further study, the authors found that cardiomyocyte-specific overexpression of XBP1 rescued
this pathological phenotype by reducing myocardial lipid accumulation It was found that mechanistically
[15], XBP1 induced proteasomal-medial degradation of FoxO1 (Foxhead Box Protein 1) via the E3 ubiquitin
ligase STUBI1 (STIP1 homology and U-box-containing protein 1). However, changes in lipid accumulation
were not examined in this study, therefore further research is warranted.

C/EBP homologous protein (CHOP) is a transcription factor involved in the UPR. Although the role of
CHOP in other forms of HF has been extensively investigated, its role in HFpEF is not well known [18,19].
CHOP has been widely linked to the underlying processes involved in HFpEF, such as inflammation and
fibrosis. Increased CHOP expression has been found to be present in obese mice resulting in increased levels
of inflammatory cytokines promoting insulin resistance. Conversely, the depletion of CHOP prevented
inflammation and insulin resistance [20]. CHOP expression has been widely associated with ER stress-
induced cell death during metabolic stress [21,22] observed increased CHOP expression in a model of
diabetic rats established by high-fat-diet feeding. However, these studies were not conducted in the setting of
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HFpEF. In this study, the expression of CHOP was significantly increased in AAV9-TnT-GFP mice fed HFD
and L-NAME but less so in AAV9-TnT-MKK?7 mice. This suggests that modulating CHOP expression may be
a potential avenue to explore during the management of HFpEF.

Researchers are now identifying novel treatment options that limit the development and progression of
HFpEF. Recently, attention has turn to sodium-glucose co-transporter 2 inhibitors, which have shown to
reduce hospitalisation rates, and improve survival in numerous clinical trials investigating HFpEF. For
instance, the sodium-glucose co-transporter 2 inhibitor, Empaglifozin, reduced the risk of cardiovascular
disease related death and hospitalisation in HFpEF patients, regardless of the presence of diabetes [23].
Numerous other sodium-glucose co-transporter 2 inhibitors have demonstrated cardioprotective properties,
including, Dapagliflozin [24] and Canaglifozin [25].

5. Limitations

A characteristic feature of HFpEF is that is occurs predominantly in obese woman, therefore, further
research using female mice is warranted. Recently published data found that the use of this mouse model
resulted in a phenotype that was more severe in male mice compared to female mice. In a study by Tong et
al., the authors subjected both male and female mice to the HFD and L-NAME regime. They found that
compared to male mice, female mice developed significantly less cardiac dysfunction demonstrated by
normal heart mass and minimal changes in the E/e’ ratio. These changes were not mediated by female
hormones as similar finding were found following ovariectomy [26]. Ageing is a defining characteristic of
HFpEF, and studies have shown that older, obese woman are particularly susceptible to HFpEF. This
increased risk can be attributed because with ageing the heart is more susceptible to remodelling with
changes in structural and molecular processes that promote the onset of systolic and diastolic dysfunction
[27]. Further research is required to investigate if MKK?7 can still invoke a cardio-protective response in aged
HFpEF mice.

Furthermore, left ventricular invasive haemodynamic data was not obtained in this study therefore,
differences in intracardiac pressure level could not be determined. Also, this study unveiled that using a two-
hit mouse model of HFpEF, there is downregulation of IRE1-XBP1 signalling cascade in the myocardium.
This was found to be, at least partly preserved via cardiomyocyte-restricted overexpression of MKK?7,
however, the exact mechanism by which this was achieved is unknown.

6. Conclusion

Using a two-hit mouse model of HFpEF induced via 60% high-fat-diet in conjunction with nitric oxide
synthase inhibitor L-NAME, this study examined the role of MKK?7 in the development of HFpEF. Following
15-weeks of the HFpEF regime, we observed down regulation of MKK?7 expression and activation.
Meanwhile, overexpression of MKK?7 maintain ER homeostasis to sustain protein quality control by
preserving IRE1-XBP1 signalling. This mitigate pathological cardiac remodelling such as cardiac
remodelling and fibrosis. This significantly improved diastolic dysfunction. Further research is warranted to
identify methods to sustain MKK?7 expression in the myocardium, leading to the formation of innovative
approaches to tackle the development and progression of HFpEF.

Supplementary Materials: The following supporting information can be downloaded at: https://www. sciltp. com/
journals/ijddp/2024/1/337/216, Figure S1: Immunoblot analysis of cardiac-specific overexpression of MKK7 in C57BL/
6N mice injected with AAVO-TnT-MKK?7. (A) Validation of cardiomyocyte specific MKK7 overexpression in the
myocardium of C57BL/6N mice injected with AAV9-TnT-MKK7 (N=1-4); (B) Comparable levels of MKK?7 expression
in other tissues; Figure S2: 15-weeks of HFD and L-NAME feeding recapitulates features of clinical HFpEF. (A)
Measurement of weekly body weight. (N=5-10); (B and C) Measurement of glucose tolerance test and area under the
curve (N=5-10); (D and E) Data depicting systolic and diastolic blood pressure using non-invasive blood pressure. (N=5—
10) Presented as mean + SEM.; Table S1: Structural parameters of the different mouse groups. End-diastolic
interventricular septum thickness (dIVS), end-systolic interventricular septum thickness (sIVS), end-diastolic left
ventricular internal diameter (dLVID), end-systolic left ventricular internal diameter (sLVID), end-diastolic left
ventricular posterior wall thickness (dPW), end-systolic left ventricular posterior wall thickness (sPW), Left ventricular
mass (LV mass). Data presented as mean = SEM.
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