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Background: While the protective effects of n-3 polyunsaturated fatty acids
(PUFAs) on cardiac ischemia-reperfusion (IR) injury have been previously
reported, limited data are available regarding how these fatty acids affect
membrane receptors and their downstream signaling following IR injury. We
aimed to identify potential receptors activated by n-3 PUFAs in IR hearts to
understand the regulatory mechanisms of these receptors.

Methods: We used fat-1 mice, which naturally have elevated levels of n-3 PUFAs,
and C57BL/6J mice as a control group to create a myocardial IR injury model
through Langendorff perfusion. We assessed the impact of endogenous n-3
PUFAs on left ventricular function, myocardial infarct size, myocardial
apoptosis, and ATP production. RNA sequencing (RNA-seq) and bioinformatics
analysis were conducted to identify molecular targets affected by n-3 PUFAs.
Based on these analyses we then treated IR hearts of WT and fat-1 mice with an
antagonist (ML221) or an agonist (apelin-13) for the predicted receptor to assess
cardiac contractile function and intracellular signaling pathways. An in vitro
hypoxia-reoxygenation (HR) model was also used to confirm the effects of n-3
PUFAs on the examined intracellular signaling pathways.

Results: Endogenous n-3 PUFAs protected cardiac structure and function in post-IR
hearts, and modulated phosphorylation patterns in the PI3K-AKT-mTOR signaling
pathways. RNA-seq analysis revealed that n-3 PUFAs affected multiple biological
processes as well as levels of the apelin receptor (APLNR). Consistent with a role for
the PLNNR, ML221 synchronized the activation of the PI3K-AKT-mTOR signaling axis,
suppressed the expression of PKC§ and phosphorylated p38a, upregulated PKCe
expression, upregulated or restored the phosphorylation of myofilaments, and
prevented myocardial injury and contractile dysfunction in WT IR hearts. By
contrast, apelin-13 disrupted the PI3K-AKT-mTOR signaling axis in post-IR fat-1
hearts. The phosphorylation signaling targeted by APLNR inhibition in post-IR fat-1
hearts was also observed after treating HR cells with eicosatetraenoic acid (EPA).
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Conclusion: Endogenous n-3 PUFAs protect against post-IR injury and preserve
cardiac contractile function possibly through APLNR inhibition. This inhibition
synchronizes the PI3K-AKT-mTOR axis, suppresses detrimental phosphorylation
signaling, and restores or increases myofilament phosphorylation in post-IR hearts.
The beneficial effects observed in fat-1 transgenic mouse hearts can be attributed,
at least in part, to elevated EPA levels. This study is the first to demonstrate that n-3
PUFAs protect hearts against IR injury through APLNR inhibition.
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Introduction

According to the American Heart Association (AHA)
publication from the Global Burden of Disease Study 2020, the
estimated incidence of ischemic heart disease is approximately
240 million (Tsao et al, 2022). Reperfusion therapies, including
fibrinolytic therapy and percutaneous coronary intervention,
primarily aim to restore blood flow to the ischemic myocardium,
reducing morbidity and mortality in patients with acute myocardial
infarction. However, reperfusion can also cause additional damage
to cardiac tissues and disrupt normal function (Yellon and
Hausenloy, 2007; Seeger et al., 2016).

Reperfusion injury can lead to heart failure (in approximately
25% of cases) and death (in approximately 10% of cases) in patients
treated for acute myocardial infarction (Keeley et al., 2003; Heusch,
2020). It often
inflammation, fibrosis, and metabolic disorders (Carden and

induces oxidative stress, calcium overload,
Granger, 2000; Yellon and Hausenloy, 2007). Various strategies,
including treatment with n-3 polyunsaturated fatty acids (PUFA),
have been proposed to prevent reperfusion injury.

A previous epidemiological study showed that Greenland
Eskimos, with higher blood eicosatetraenoic acid (EPA) levels,
had a lower incidence of myocardial infarction than did Danish
participants (Dyerberg et al., 1978). More recent data have also
demonstrated that n-3 PUFAs reduce the risk of coronary heart
disease (Mozaffarian et al., 2005; Mozaffarian and Wu, 2011). The
AHA'’s scientific councils, including the Nutrition Committee of the
Council on Lifestyle and Cardiometabolic Health and Epidemiology
and Prevention, have recommended n-3 PUFA supplements for
patients with recent myocardial infarction (Siscovick et al., 2017).

N-3 PUFAs, including alpha-linolenic acid (ALA), EPA, and
docosahexaenoic acid (DHA), are primarily obtained from dietary
sources, with a small amount of EPA/DHA converted from ALA.
These fatty acids can be metabolized through enzymatic, non-
enzymatic, or free radical-catalyzed pathways to produce
oxylipins, exerting various functions (Gabbs et al., 2015; Nayeem,
2018). Their synthetic and metabolic properties enable multiple
functions within cells. n-3 PUFAs act on metabolism, reduce
oxidative stress, activate cellular membrane receptors, and alter
cell membrane composition, all essential for maintaining cellular
structural integrity, normal physiological function, and homeostasis
(Calder, 2012).

Regarding intracellular regulation, evidence suggests that
phosphorylation signaling plays a central role in n-3 PUFA-
dependent cellular functions. For example, n-3 PUFAs regulate
protein kinase C (PKC), mitogen-activated protein kinase
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(MAPK), and phosphatidylinositol 3-kinase (PI3K)/AKT to
protect ischemic hearts (Engelbrecht et al, 2005; Szentandrassy
et al,, 2007; Siddiqui et al., 2008). For instance, in neonatal rat
cardiomyocytes subjected to simulated ischemia-reperfusion (IR),
EPA reduces apoptosis by activating ERK and dephosphorylating
p38 MAPK (Engelbrecht et al., 2005). Our previous research also
demonstrated that endogenous n-3 PUFAs significantly alter
phosphorylation levels of intra- and extracellular proteins,
protecting contractile function in pressure-overloaded mouse
hearts (Li et al., 2022c).

However, while the link between n-3 PUFAs and intracellular
phosphorylation signaling has been established, limited data exist on
the membrane receptors involved. Fatty acid receptor 4 (FFA4)
activation was found to regulate PPARy-dependent sympathetic
innervation in n-3 PUFA-protected infarcted rat hearts (Wang et al.,
2022). Nevertheless, other membrane receptors may also play a role
in the regulatory mechanisms of n-3 PUFAs. For example, in FFA4-
knockout cardiomyocytes, the n-3 PUFA-derived oxylipin 18-HEPE
prevents oxidative stress-induced cell death (Murphy et al., 2022). In
this study, we employed bioinformatic analysis and molecular
experimental tools to screen potential receptors activated by n-3
PUFAs in IR hearts, aiming to enhance our understanding of
membrane receptor regulatory mechanisms.

Materials and methods
Animals and experimental design

Transgenic mice, kindly donated by Dr. Jing X. Kang from the
Harvard Medical School (Boston, MA, United States ), were
developed by expressing the n-3 fatty acid desaturase gene (fat-1)
from Caenorhabditis elegans. This enzyme converts n-6 PUFAs into
n-3 PUFAs, consequently elevating the endogenous levels of n-3
PUFAs in fat-1 mice (Kang et al.,, 2004). The transgenic fat-1 mice
and wild-type (WT) C57BL/6] mice were bred and maintained in a
specific pathogen-free (SPF) mouse facility accredited by the
Association for Assessment and Accreditation of Laboratory
Animal Care (AAALAC) and licensed by the Department of
Science and Technology of Guangdong Province, China (SYXK
[YUE] 2021-0122). Two primer pairs were used for genotyping the
transgenic mice, namely, 5-AGTGGCCTCTTCCAGAAATG-3’
(forward) and 5'-TGCGACTGTGTCTGATTTCC-3' (reverse) as
well as 5'-CACAGTGGGTAACTGGATGC-3' (forward) and 5'-
GCTAACCATGTTCATGCCTTC-3" (reverse). The ambient
temperature and humidity were 24°C + 2°C and 40%-60%,

frontiersin.org


https://www.frontiersin.org/journals/pharmacology
https://www.frontiersin.org
https://doi.org/10.3389/fphar.2023.1145413

Zheng et al.

10.3389/fphar.2023.1145413

A Experimental design BEPA( /o) DHA (g/a) C IR protocol
Hg/g Hg/g ;
@ . Y. e @ . (109 o L4 Jaof o | (min)
V7 P a3 & 150 % 35] o s D Baseline 4  Reperfusion
WT-Con WT-IR Fat1-Con Fat1-IR 1qg 317 % 140 WT- IR Ischemia
Il 501 ¢ [s| 251[
— LB | ACACAA
| IR injury model | S P \
WTFat1 WTFatt o J | U M N
l l 140 Fat1-IR
Hemodynamics RNA-Seq — BP Enrichment | l'A" \‘ f A A
TTC staining ¢ l | \ i f‘A“ A wmwml\
HE staining ‘ o J \_ ‘ ' IR AWRWAY (]!
TUNEL Assay Target protein prediction . . od -V
Cell signaling
ATP contents assay Baseline Ischemia Reperfusion
Protein and gene o WT-IR -® Fat1-IR
Expression verification E 150 F S o
l :g, = &0 *** ******
in vitro €
n Vi £ 100 ********* £ 60
EPA- Antagonist/agonist treatment £ = 40
treated i @ 50 %
9 g 20 n
Cell signaling assay - 0 2 0+
: g 40 80 120 40 80 120
l G © (min)H (min)
£ 5000 _
Regulatory pathway identification v g SRR E 0 40 80 120
© © * cS
== — — — — E o * = ®
‘A B O ¥ | 5 2 2500 : E 2 2000 m
------------------------- = T % *
o T o )] *y
CE S £ -4000 Hak
WT-Con ' . . g ol c -
= 40 80 120 E
(min) |
. * o
SX 1T P LT
g1 [ x E
1) >
Fat1-Con ’ 5 201 o A £ 25000 " e T
S Inlll. 1 i
g olLULIRLL =
Fat1-IR ' . . . . ® = /\;,0“/\,\@\,00“ oF o 40 80 120
& & «° (min)
FIGURE 1

Effects of endogenous n-3 PUFAs on reperfusion injury. (A) Experimental design for this study. (B) Contents of n-3 PUFAs (EPA and DHA) in WT and
fat-1 mice hearts. n = 6 mice per group. (C) The WT-IR and Fat1-IR groups were subjected to 20 min of global ischemia, followed by 60 min of
reperfusion. All hearts were perfused for 40 min for equilibration. The non-IR groups were perfused continuously for 120 min without global ischemia. (D)
Representative traces of left ventricular pressure for WT and fat-1 hearts during IR. Functional measurements (n = 8 mice) of WT-IR and Fatl-IR

groups include left ventricular developed pressure (LVDP; E), left ventricular end-diastolic pressure (LVEDP;

F), dP/dt(max) (G), dP/dt(min) (H), and rate

pressure product (RPP; ). (J) Representative images of TTC staining in WT and fat-1 hearts with or without reperfusion. (K) Quantitative analysis of the
infarct area (n = 5 mice). WT-Con and Fatl-Con, WT or fat-1 hearts not subjected to IR; WT-IR and Fatl-IR, WT or fat-1 hearts subject to IR. Data are
shown as the mean + SEM; *p < 0.05 vs. WT (blue), WT-Con (blue) or WT-IR (green); NS, not significant compared with WT (blue).

respectively, with a 12-h light-dark cycle, and the mice had ad
libitum access to water and provided a regular rodent diet. All
animal experiments were conducted in accordance with the
guidelines of the Institutional Animal Care and Use Committee
of the Guangdong Laboratory Animals Monitoring Institute.

WT and fat-1 mice aged 3 months were subjected to the
Langendorff heart preparation and perfusion. The cardiac
contractility of the left ventricle was evaluated, followed by
histological examination of the myocardium and RNA-seq
analysis. The key gene targeted by n-3 PUFAs was identified, and
the expression of this gene and encoding protein were verified. The
antagonist (ML221) and agonist (apelin-13) of a specific gene-
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encoding protein were used to determine the associated signaling
pathways. The experimental design is illustrated in Figure 1A.

n-3 PUFA content in the heart

WT and fat-1 mouse hearts were ground in liquid nitrogen.
Methanol (150 uL), methyl tert-butyl ether (200 pL), and 36% of
phosphoric acid (50 uL) were added to heart samples and
centrifuged at 4°C and 12,000 x g to extract total lipids. The
extracted fatty acids were transmethylated with 300 pL of 15%
boron trifluoride-methanol was added and incubated at 60°C for
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30 min. The resulting fatty acids were extracted with n-hexane and
analyzed using a gas chromatography-mass spectrometry (GC-MS)
platform (Agilent, 8890-5977B). Each integrated peak area
representing a specific fatty acid was substituted into the
standard curve equation to obtain the raw concentrations, which
were further calibrated using the following equation:

Fatty Acid Content(ug/g) = ¢ x V3/1000 x V1/V2/m,

where c represents the concentration obtained by substituting the
integrated peak area of the sample into the standard curve (pg/
mL), V1 represents the volume of the sample extract (uL),
V2 represents the volume of the collected supernatant (pL),
(uL), and m

V3 represents the reconstitution volume

represents the sample mass (g).

Establishment of the murine IR injury model

For determining the mechanisms underlying n-3 PUFA-
induced cardioprotective effects on IR injury, Langendorff
perfusion (Radnoti LLC, Covina, CA, United States) was
performed to induce IR injury in mouse hearts, as previously
described with modifications (Yang and Pyle, 2011; Li et al,
2020). Isolated hearts were perfused using a modified Krebs-
Henseleit buffer solution and equilibrated with 95% O,/5% CO,;
the perfusion pressure was set at 70 mmHg. A water-filled balloon
connected to a pressure transducer and a PowerLab 16/35 system
(ADInstruments, Dunedin, New Zealand) was used to record
hemodynamic parameters, including left ventricular (LV) systolic
and diastolic pressure, heart rate, and LV end-diastolic pressure
(LVEDP). The LV developed pressure (LVDP), rate of pressure
product (RPP), peak rate of contraction dP/dt(max), and peak rate
of relaxation dP/dt(min) were analyzed using LabChart 7 software
(ADInstruments).

For IR injury induction, isolated hearts were subjected to
40 min of baseline perfusion, followed by 20 min of no-flow
global ischemia and 60 min of reperfusion. The 20-min
antagonist/agonist treatments were conducted after 20 min of
baseline perfusion. The control hearts were continuously
perfused for 120 min. During reperfusion, heart tissues were
fixed for subsequent hematoxylin-eosin (HE)
apoptotic RNA-seq gene
verification, cell signaling assay, and detection of myofilament

staining,

analysis, analysis, expression

phosphorylation.

Myocardial infarction assessment

Triphenyl tetrazolium chloride (TTC) staining of reperfused
mouse hearts was performed as previously described (Yang and
Pyle, 2012; Li et al., 2020) to evaluate the myocardial infarct size.
The whole heart was cross-sectioned (2 mm thick) and incubated
in 1% TTC solution (Sigma-Aldrich, St. Louis, MO,
United States) at 37°C for 15 min. The red and white areas in
the TTC-stained heart sections refer to the viable and infarcted
tissues, respectively. The infarct size was measured using the
Image] software (NIH, Bethesda, MD, United States).
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Histological examination

HE staining was conducted to assess the pathological changes in
the reperfused mouse hearts, as previously described (Li et al., 2020;
Li et al., 2022a). After embedding in paraffin, the hearts were sliced,
dewaxed, and dehydrated, followed by staining with hematoxylin for
10 min and then with eosin for 25s. The tissue sections were
observed using an optical microscope (Leica DM 2000; Leica
Microsystems, Wetzlar, Germany), and images of the tissues were
recorded using the software (Leica

microscope imaging

Microsystems).

TUNEL assay

TUNEL assay was performed to assess the apoptosis of
myocardial Paraffin-
embedded tissues were sectioned, dewaxed, dehydrated, and

cells in reperfused mouse hearts.
mounted on slides. The tissue sections were treated with
proteinase K at 37°C for
phosphate-buffered saline (pH 7.4) solution thrice, 50 uL of
TUNEL assay solution (#C1091; Beyotime, Shanghai, China)
was added, and the slides were incubated at 37°C for 30 min
in the dark, sealed with ProLong™ Gold Antifade Mountant with
DAPI (#P36931; Thermo Fisher Scientific, Waltham, MA,
United States), and observed under a fluorescence microscope
(DMI3000 B, Leica Microsystems).

30 min. After washing with

ATP assay

ATP production was evaluated as previously described (Li et al.,
2022c¢). Briefly, an ATP colorimetric assay kit (#A095-1-1; Jiancheng
Biotechnology, Nanjing, China) was used to determine the amount
of ATP in cardiac tissue homogenates, following the manufacturer’s
instructions.

RNA-seq analysis

Total RNA was extracted from the myocardium using TRIzol”
Reagent (Thermo Fisher Scientific). The concentration and integrity
of the extracted RNA were assessed using RNA 6000 Nano Kit
(Agilent Technologies, Santa Clara, CA, United States). The RNA-
seq protocol used in this study has been previously published (Li
et al, 2020; Li et al, 2022b; Li et al, 2022c). Briefly, sequencing
libraries were generated using NEBNext” Ultra™ RNA Library Prep
Kit for (New England Biolabs, Ipswich, MA,
United States). After adding the index codes, the samples were

Mlumina”

clustered with a cBot Cluster Generation System using TruSeq PE
Cluster Kit v3-cBot-HS (Illumina, San Diego, CA, United States),
and the HiSeq platform (Illumina) was used to sequence the
libraries. The raw RNA-seq data were deposited in the NCBI
Gene Expression Omnibus (GEO) database, the raw reads were
preprocessed for quality control, and the clean reads were mapped to
transcriptome.  The
hybridization was carried out by Shanghai Applied Protein
Technology Co., Ltd. (Shanghai, China).

the reference microarray ~ GeneChip
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The transcriptome data between groups were compared, and the
fold change values between comparisons were log2-transformed. In
this study, the cut-off for identifying differentially expressed genes
(DEGs) was an adjusted p < 0.05. DEGs with fold change
>1.5 or <1/1.5 were
downregulated, respectively. A total of eight DEG datasets were

values considered upregulated or
generated, including the upregulated and downregulated
comparisons for “WT-IR vs. WT-Con,” “Fatl-IR vs. Fatl-Con,”
and “Fatl-IR vs WT-IR” The web-accessible tool Metascape
(https://metascape.org) was employed to enrich biological
processes for two DEG datasets of “Fatl-IR vs. WT-IR”.

Furthermore, Venn diagram analysis was performed to predict
the key target genes of n-3 PUFAs, with modifications as per our
methods (Li et al., 2020). For predicting potential receptors involved
in regulating endogenous n-3 PUFAs under IR conditions, the cut-
off fold change value for DEG up- or downregulation comparisons
between the two groups was set as > 2 or <2. To predict genes
repressed/restored by n-3 PUFAs under IR conditions, we selected
the genes that overlap the two datasets “Upregulated WT-IR vs WT-
Con” and “Downregulated Fat1-IR vs WT-IR”, while excluding the
genes that overlap with the dataset “Upregulated Fatl-IR vs Fatl-
Con” and common DEGs between datasets. To predict genes
activated/restored by n-3 PUFAs under IR conditions, we
overlapped datasets “Downregulated WT-IR vs WT-Con” and
“Upregulated Fatl-IR vs WT-IR”; genes obtained from this
overlap were further filtered to exclude those overlapping with
the dataset “Downregulated Fatl-IR vs Fatl-Con".

Gene expression validation

Quantitative reverse transcription PCR (RT-qPCR) was
performed to verify the expression of the identified DEGs. After
total RNA extraction, TB Green Premix Ex Taq II (No. RR820;
Takara Bio, Shiga, Japan) was used for RT-qPCR, following the
manufacturer’s instructions. The reaction was run using a Real-
Time PCR system (QuantStudio 5, ThermoFisher) as follows: initial
denaturation at 95°C for 30 s, 40 cycles at 95°C for 5 s and 60°C for
34 s, and final extension at 72°C for 10 min. The transcript levels
were normalized using P-actin as a reference. The forward and
reverse primers used in this experiment were 5'-TCGTGGTGCTTG
TAGTGACC-3' and 5'-ATGCAGGTGCAGTACGGAAA-3',
respectively. The primers used for the reference gene (B-actin)
were: 5'-GATATCGCTGCGCTGGTCG-3' (forward) and 5'-CAT
TCCCACCATCACACCCT-3' (reverse).

Cell signaling assay

Western blotting was used to determine the cell signaling
pathways affected by n-3 PUFAs and identify those regulated by
key genes in the n-3 PUFA-protected myocardia. The cytosolic
fraction was extracted from cardiac tissues using a lysis buffer
(#9803; Cell Signaling Technology, Danvers, MA, United States)
containing 1% Triton X-100 and protease inhibitors (B14002;
(B15001;
Bimake) was used in the samples for detecting phosphorylated

Bimake, Shanghai, China); phosphatase inhibitors

proteins. Proteins (40 ug) were separated using 10% sodium
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dodecyl sulfate-polyacrylamide gel electrophoresis (SDS-PAGE)
and transferred to polyvinylidene fluoride (PVDF) membranes.
After blocking with 5% skim milk, the membranes were
incubated with the primary antibodies (1:2000) overnight at 4°C
and then with the secondary antibodies (1:5000). All antibodies were
purchased from Cell Signaling Technology (Danvers, United States).
The primary antibodies included antibodies against PKCS (#9616),
PKCe (#2683), p-p38a (Thr180/Tyr182; #4511), t-p38a (#9212),
p-PI3K (Tyr458; #4228), t-PI3K (#4257), p-AKT (Serd73; #9271), t-
AKT (#4685), p-mTOR (Ser2446; #2971), t-mTOR (#2972), APLNR
(#35623), GAPDH (#2118), and the second antibody used was anti-
rabbit (#7074). The bands were detected using Immobilon Western
Chemiluminescent HRP Substrate (#WBKLS0500; Millipore,
Burlington, MA, United States), and the band densities were
analyzed using the ImageJ software (NIH).

Detection of myofilament phosphorylation

The phosphorylation levels of the cardiac myofilaments were
measured as previously described (Yang and Pyle, 2012; Zheng et al.,
2021) The myofilaments (40 ug) were separated using 10% SDS-
PAGE, and the gels were incubated with Pro-Q™ Diamond
Phosphoprotein  Gel Staining Solution (#P33300; Invitrogen
Molecular Probes, Carlsbad, CA, United States) for 90 min,
following the manufacturer’s instructions. The phosphorylated
bands were visualized using a gel documentation system (Gel
Doc™ XR+; Bio-Rad Laboratories, Hercules, CA, United States),
and the band densities were quantified using the Image] software
(NIH). The proteins were stained with Coomassie solution, and
actin bands were used as loading controls.

Treatment with APLNR antagonist and
agonist

To investigate the effects of APLNR and its intracellular effectors
on myocardial IR injury, we treated Landgendorff isolated hearts
with ML221 (#HY-103254, MedChemExpress LLC, New Jersey,
United States), an antagonist of APLNR, and Apelin-13, a potent
and selective endogenous APLNR agonist. The first set of three
experiment groups was designed for the inhibitor treatment: 1) WT-
Con group, WT hearts were perfused for 120 min; 2) WT-IR group,
WT hearts were balanced for 40 min, subjected to ischemia for
20 min, and then reperfused for 60 min; 3) WT-IR + M group, WT
hearts were balanced for 20 min, then ML221 (50 nM) was added for
20 min, followed by ischemia for 20 min and reperfusion for 60 min.
After reperfusion, the hearts were subjected to TTC staining,
Western  blot
phosphorylation.

analysis, and detection of myofilament

The second set of three experiment groups was designed for the
agonist treatment. 1) Fatl-Con group: fat-I mouse hearts were
perfused for 120 min; 2) Fatl-IR group, fat-1 mouse hearts were
perfused for 40 min and then subjected to ischemia for 20 min and
reperfusion for 60 min; 3) Fatl-IR + A group: fat-1 hearts were
perfused for 40 min, then treated with apelin-13 (50 nM) for 20 min,
followed by ischemia for 20 min and reperfusion for 60 min. After

reperfusion, all hearts were subjected to Western blot analysis.
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EPA treatment

HIC2 cells (iCell-r012) were employed to assess the expression
of APLNR and intracellular phosphorylation signaling components
following hypoxia and reoxygenation (principal components of
myocardial IR). The H9C2 cell line is commonly used to
investigate the molecular mechanisms of ischemia, IR injury, and
IR-preconditioning. The cells were cultured in Dulbecco’s modified
Eagle medium (DMEM; Gibco, C11995500BT) containing 10% fetal
bovine serum (FBS; Gibco, 10099-141) and 1% penicillin-
streptomycin diabody (Yeasen, 60162ES76) and incubated at
37°C and 5% CO,. The cells were divided into four groups,
namely, Con, hypoxia-reoxygenation (HR), Con + EPA, and
HR + EPA.

Treatment was initiated when the cells reached 90% confluency.
The regular culture medium was replaced with a sugar-free, serum-
free DMEM (Gibco, 11966025). The cells of the IR and IR + EPA
groups were placed in a hypoxic apparatus at 37°C, 94% N, 5% CO,,
and 1% O,. After 24 h of hypoxia, the normal medium containing
10% FBS was replaced. The hypoxia and reoxygenation protocol was
used to simulate in vivo IR conditions. In the EPA treatment groups
(Con + EPA and HR + EPA), 100 nM EPA (MCE, HY-B0660) was
added, and the cells were incubated at 37°C and 5% CO, for 6 h.
Cells in the Con and Con + EPA groups were cultured continuously
for 30 h at 37°C and 5% CO, without hypoxia. The Con + EPA and
HR + EPA groups were treated with 100 nM EPA at the same time.
Cardiomyocytes were collected following treatment, and protein
analysis using Western blotting was conducted.

Statistical analysis

Data are presented as means + SEM. The raw data from each
group were analyzed using GraphPad Prism 8.0 software
(GraphPad, San Diego, CA, United States)
significant differences between groups. For comparison between

to determine

two groups, an unpaired t-test was used, while for comparison
between multiple groups, a one-way analysis of variance (ANOVA)
was performed, followed by Tukey’s multiple comparison test.
Statistical significance was set at p < 0.05.

Results

Elevated endogenous n-3 PUFA levels
preserve contractile function and prevent
myocardial damage

The EPA levels in fat-1 hearts were approximately two times
higher than those in WT hearts. Additionally, there were no
differences in DHA concentrations between the hearts of WT
and fat-1 mice, as shown in Figure 1B. The baseline cardiac
function parameters, including dP/dt(max), LVDP, LVEDP, and
RPP, did not exhibit significant differences between WT and fat-1
mice, as indicated in Figures 1C-I. However, after 20 min of
ischemia, dP/dt(max), LVDP, and RPP values were notably
higher, while LVEDP was significantly lower in fat-I mice than
those in WT mice at each time point during the 60-min reperfusion,
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as demonstrated in Figures 1D-I. These improvements in

contractility were strongly associated with a considerable
reduction in infarct size in the hearts of Fatl-IR mice, as shown
in Figures 1], K. These findings suggest that the elevated endogenous
levels of n-3 PUFAs provide significant benefits to reperfused
myocardia, resulting in improved systolic and diastolic function

and reduced myocardial damage.

n-3 PUFAs target multiple biological
processes in reperfused mouse hearts

Microscope assessments revealed lost or ruptured fibers in WT-
IR mouse myocardia, while Fatl-IR mouse myocardia showed no
severe fiber ruptures (Figure 2A). Furthermore, there were fewer
focal apoptotic cells in the Fatl-IR mouse hearts than in the WT-IR
mouse hearts (Figures 2B, C). Additionally, following IR, fat-1I hearts
exhibited higher ATP production than did WT hearts (Figure 2D).
These results suggest that elevated endogenous n-3 PUFAs protect
cell structure, promote cell survival, and enhance metabolism in
reperfused myocardium.

We also conducted gene expression profiling in post-IR mouse
hearts. Transcriptomic analysis revealed alterations in the
distribution of total mRNAs in each sample (Figures 2E-G).
Specifically, in WT hearts, 292 and 226 differentially expressed
genes (DEGs) were upregulated and downregulated following IR,
respectively. In contrast, in fat-1 hearts, 415 DEGs were upregulated,
and 272 were downregulated post-IR (Figure 2G). Furthermore,
only 3 genes were upregulated, and 1 was downregulated in fat-1
hearts compared with those in WT hearts. However, following IR,
26 DEGs were upregulated, and 22 were downregulated in fat-1
hearts compared with those in WT hearts. DEGs were listed in
Supplementary Table S1.

DEGs between WT and fat-1 mice subjected to IR were shown in
The Volcano plot and heatmap (Figures 2H, I). Gene set enrichment
analysis (GSEA) predicted various biological processes influenced by
n-3 PUFAs in the hearts subjected to IR (Figure 2]). These processes
encompassed morphological and functional regulation, including
protein refolding, negative regulation of cell development, cell
morphogenesis, and negative regulation of G protein-coupled
receptor signaling pathways. Additionally, survival regulation
included the extrinsic apoptotic signaling pathway, while
metabolic regulation encompassed the regulation of ATP-
dependent activity and carbohydrate catabolic processes. These
findings align with our functional analyses, ATP production
measurement and observations related to cell survival.

Endogenous n-3 PUFAs regulate
contractile-associated protein kinases and
synchronize PI3K-AKT-mTOR
phosphorylation in post-IR myocardium

We investigated the potential involvement of intracellular

phosphorylation ~ signaling pathways following gene set
enrichment analysis. Initially, we examined the PI3K-AKT-
mTOR signaling pathway (Figures 3A-D),

regulator of cell metabolism, proliferation, and survival. In post-

a  well-known
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Representative images of TUNEL assay in WT and fat-1 hearts with or without reperfusion. Green, TUNEL-positive cells; blue, nuclei. (C) Quantitative
analysis of TUNEL-positive cells in each group. n = 5 mice per group. (D) ATP production in WT-IR and Fat1-IR hearts. n = 4 mice. (E) Flow diagram
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Expression of protein kinases, phosphorylation of myofilaments, and prediction of novel regulatory mechanisms induced by n-3 PUFAs in IR
myocardia. (A—D) Representative images and quantitative analysis of expression of phosphorylated (p-) and total (t-) PI3K, AKT, and mTOR. (E=H)
Representative images and quantitative analysis of PKC§, PKCe, p-p38a, t-p38a, and GAPDH. n = 5-6 mice per group. () ProQ phosphorylation staining
and Coomassie staining of cardiac myofilaments in the heats (WT and fat-1) with or without IR. (J—L) Quantitative analysis of phosphorylation levels

of cTnT, cTnl, and MLC2. n = 5 mice per group. (M) Venn diagram of the differentially expressed genes (DEGs) in two comparison groups. (N,O)
Representative images and the quantitative analysis of protein expression of APLNR in the hearts (WT and fat-1) with or without IR. n = 5 mice per
group. (P) Quantitative analysis of gene expression of APLNR in non-IR and IR hearts. n = 5 mice per group. Data are shown as the mean + SEM; *p <
0.05 vs. WT-Con (blue), Fatl-Con (black) or WT-IR (green); NS, not significant compared with WT-Con (blue), Fatl-Con (black) or WT-IR (green).

IR WT hearts, the phosphorylation levels of PI3K, AKT, and mTOR

response to IR while elevated endogenous

n-3 PUFAs

remained unchanged, were upregulated, and remained unchanged,
respectively. However, all these signaling molecules
upregulated in Fatl-IR mice compared with WT-Con mice. This

were

suggests that these signaling molecules became uncoupled in
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synchronized the activation of this signaling axis.

Next, we assessed the expression of PKCS, PKCe, and p-p38a,
which are associated with myocardial contractility in reperfused
hearts (Yang and Pyle, 2012; Li et al., 2020). We found that the
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Effects of apelin receptor (APLNR) antagonist (ML221) on post-IR WT hearts. (A) Antagonist treatment protocol.

“M" indicates APLNR antagonist

ML221. (B) Representative traces of left ventricular pressure for the WT-Con, WT-IR, and WT-IR + M groups. (C) Functional measurements include heart
rate, left ventricular developed pressure (LVDP), left ventricular end-diastolic pressure (LVEDP), dP/dt(max), dP/dt(min), and rate pressure product (RPP).
n =7-8 mice per group. (D) Representative images and quantitative analysis of TTC staining in hearts of WT-Con, WT-IR, and WT-IR + M groups. n =

5 mice per group. (E,F) Protein expression of APLNR in IR myocardia after treatment with ML221. (G—J) Representative images and quantitative analysis of
expression of phosphorylated (p-) and total (t-) PI3K (H), AKT (I), and mTOR (J). n = 5 mice per group. (K—N) Representative images and quantitative

analysis of expression of PKCS§ (L), PKCe (M), and phosphorylated (p-

) and total (t-) p38a (N). n = 5-6 mice per group. (O) Representative images of ProQ

phosphorylation staining and Coomassie staining of cardiac myofilaments. Quantitative analysis of phosphorylation levels of cTnT (P), cTnl (Q), and (R).
n =6 mice per group. Data are shown as the mean + SEM; *p < 0.05 vs. WT-Con (blue) or WT-IR (green); NS, not significant compared with WT-Con (blue)

or WT-IR (green).
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protein expression of PKCe was downregulated, while the
expression of PKCS and p-p38a was upregulated in WT-IR
myocardia. Compared with WT-IR mice, Fatl-IR mice have
higher expression levels of PKCe but lower expression levels of
PKCS and p-p38a (Figures 3E-H).

Furthermore, we evaluated the phosphorylation levels of cardiac
myofilaments after observing their involvement in G protein-
(GPCR)-activated  protein
transduction. We found that IR increased cardiac troponin I

coupled receptor kinase signal
(cTnI) phosphorylation levels in WT mice. However, under IR
conditions, fat-1 mice had higher phosphorylation levels of ¢TnT,
cTnl, and myosin light chain 2 (MLC2) than WT mice (Figures
31-L). These findings suggest that myofilament phosphorylation

represents a potential target of n-3 PUFAs.

APLNR inhibition associated with improved
cardiac function

We explored the regulatory mechanisms of endogenous n-3
PUFAs involved in preventing reperfusion injury. Using Venn
diagram analysis (Figure 3M), we found that the gene encoding
apelin receptor (APLNR, also known as APJ) is upregulated by IR,
but this upregulation is inhibited by n-3 PUFAs under IR conditions.
Next, the expression levels of APLNR protein and gene were verified
using Western blotting (Figures 3N, O) and RT-qPCR (Figure 3P),
respectively, and the results were consistent with the transcriptomics
data. This suggests that APLNR is likely involved in the
cardioprotective effects of n-3 PUFAs.

Furthermore, we observed that treatment with APLNR antagonist
partially restored the LVDP, dP/dt(max), and RPP and suppressed the
increase in LVEDP and dP/dt(min) in WT-IR hearts (Figures 4A-C).
Additionally, TTC staining results showed that the APLNR antagonist
reduced the infarction area in reperfused mouse hearts (Figure 4D).
Therefore, these results indicate that APLNR inhibition improves
cardiac contraction and relaxation and protects cardiac structure,
consistent with those of endogenous n-3 PUFAs.

Subsequently, we investigated APLNR-mediated signaling
activation in reperfused mouse hearts. Firstly, we verified that
APLNR expression was upregulated in WT hearts post-IR, an
effect suppressed by ML221 4E, F). Next,
ML221 treatment increased the phosphorylation of PI3K and

(Figures

mTOR and maintained AKT phosphorylation in WT hearts post-
IR (Figures 4G-J). These results suggest that APLNR inhibition
synchronized the activation of PI3K, AKT, and mTOR in post-IR
WT hearts, compared with that in untreated hearts, which showed
AKT activation alone. This synchronized activation of the PI3K-
AKT and mTOR pathways resembled that observed in post-IR
hearts protected by endogenous PUFAs (Figures 3A-D).

Additionally, ML221 treatment suppressed the increased
phosphorylation of p38a in post-IR WT hearts (Figures 4K, N).
After IR, PKCS expression increased but PKCe expression decreased
in WT hearts (Figures 4K-M). Similar to the APLNR inhibition
induced by endogenous n-3 PUFAs in post-IR hearts,
ML221 restored the expression of PKCe and prevented the
expression of PKCS and p-p38a after IR (Figures 3F-H).

The phosphorylation of cardiac myofilaments (cTnT, cTnl, and
MLC2) was also assessed to identify the targets of APLNR inhibition
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in post-IR WT hearts (Figures 40-R). Similar to the findings in fat-1
IR hearts with APLNR inhibition, ML221 increased cTnT
phosphorylation in post-IR WT hearts but did not further
increase ¢Tnl phosphorylation (Figures 40-Q; Figures 3I-K).
Endogenous n-3 PUFAs (APLNR inhibited) and the APLNR
antagonist increased MLC2 phosphorylation in post-IR fat-1 and
post-WT hearts, respectively (Figure 4R; Figure 3L).

In conclusion, APLNR inhibition benefits cardiac contraction
and relaxation, synchronizes phosphorylation of the PI3K-AKT-
mTOR axis, and regulates contractile-associated protein kinases and
myofilament phosphorylation.

APLNR agonist abolishes the protective
effects provided by endogenous n-3 PUFAs

Treatment with the APLNR agonist (apelin-13) significantly
reversed the heart rate, LVDP, LVEDP, dP/dt(max), dP/dt(min),
and RPP improvements brought about by endogenous n-3 PUFAs
in post-IR fat-1 hearts (Figures 5A-C). These functional results
confirm that endogenous n-3 PUFAs protect post-IR hearts through
APLNR inhibition. Apelin-13 increased APLNR expression in the
post-IR fat-1 myocardia (Figures 5D, E). Apelin-13 reduced PI3K
and mTOR phosphorylation levels, while AKT phosphorylation
levels remained unchanged in the post-IR fat-I myocardia
5F-1). increased PKCS
expression and p-p38a phosphorylation while decreasing PKCe

(Figures Furthermore, apelin-13
expression in post-IR fat-1 hearts (Figures 5]-M). Therefore, the
protein expression results suggest that the upregulation of APLNR
can disrupt the endogenous n-3 PUFAs-activated PI3K-AKT-
mTOR signaling axis and mediate contraction-related signaling

pathways, including PKC and p38 MAPK pathways.

EPA is a key player in APLNR inhibition-
induced cardioprotection under ischemic
condition

In vitro experiments conducted on EPA-treated H9C2 cells
under hypoxia-reoxygenation (simulated IR conditions) revealed
alterations in cell morphology and components of intracellular
signaling pathways (Figure 6A). HR significantly damaged the
organization of HOC2 cells; however, EPA partially maintained
the morphology of cells subjected to HR (Figure 6B). Protein
expression of APLNR was inhibited by EPA treatment in HR cells
(Figures 6C, D), which aligns with the findings in post-IR fat-1
hearts with elevated n-3 PUFA levels (mainly EPA; Figures 3N,
O). EPA treatment synchronized the phosphorylation of the
PI3K-AKT-mTOR signaling axis in post-HR cells (Figures 6C,
E-G), mirroring the findings in post-IR fat-1 hearts that also
showed synchronization of this signaling axis (Figures 3A-D).
Furthermore, the expression of PKC§ and p-p38a was decreased
by EPA treatment in HR cells (Figures 6H, I, K), consistent with
the effects observed in the post-IR fat-1 mouse myocardia
(Figures 3F, H). Additionally, EPA did not alter PKCe expression
(Figure 6]). These results suggest that EPA is crucial in mediating
APLNR inhibition-dependent cardioprotective signaling under
ischemic conditions.
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FIGURE 5

Role of apelin receptor (APLNR) agonist (Apelin-13) in the reperfused fat-1 heart. (A) Agonist treatment protocol. Fatl-IR hearts were subjected to

20 min of global ischemia, followed by 20 min of apelin-13 treatment and 20 min of ischemia. Both the Fatl-IR and Fatl-IR + A groups were reperfused
for 60 min. The non-IR groups were not subject to global ischemia. (B) Representative traces of left ventricular pressure for the Fatl-Con, Fatl-IR, and
Fatl-IR + A groups. (C) Functional measurements include heart rate, left ventricular developed pressure (LVDP), left ventricular end-diastolic
pressure (LVEDP), dP/dt(max), dP/dt(min), and rate pressure product (RPP). n = 7-8 mice per group. (D,E) Protein expression of APLNR in IR myocardia
after treatment with apelin-13. (F—I) Representative images and quantitative analysis of expression of phosphorylated and total PI3K (G), AKT (H), and

mTOR (I). n = 6 mice per group. (J—M) Representative images and quantitative analysis of expression of PKC8 (K), PKCe (L), and phosphorylated (p-

) and

total (t-) p38a (M). n = 6 mice per group. Data are shown as the mean + SEM; *p < 0.05 vs Fatl-Con (black) or Fatl-IR (purple); NS, not significant

compared with Fatl-Con (black) or Fatl-IR (purple).

Discussion

In this study, we investigated the cardioprotective effects
and underlying mechanisms of endogenous n-3 PUFAs in mice
subjected to IR. Our findings revealed that endogenous n-3
PUFAs in the myocardium preserve contractile function by
modulating intracellular signaling pathways in Langendorff-prepared
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IR hearts. Furthermore, we identified and confirmed APLNR as
a mediator of n-3 PUFAs-dependent intracellular signaling.
Specifically, inhibiting APLNR led to the synchronized
PI3K-AKT-mTOR
favorable changes in the expression profiles of PKC and
p-p38a (with suppression of PKCS§ and p-p38a
upregulation of PKCe), and the maintenance or enhancement

activation of the signaling pathway,

and
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FIGURE 6

Expression of intracellular protein kinases in EPA-treated H9C2 cells under simulated IR conditions. (A) EPA treatment protocol. Cells were deprived

of oxygen for 24 h, then EPA was added and reoxygenated for 6 h. EPA treatment improved morphology of the cell subjected to HR (B). Protein
expression of APLNR was inhibited in hypoxia-reoxygenation (HR) cells after treatment with EPA (C,D). EPA treatment alters the activation of the PI3K-
AKT-mTOR signaling axis, as displayed in the representative images (C) and quantitative analysis of expression of phosphorylated and total PI3K (E),

AKT (F), and mTOR (G). n = 6 mice per group. (H-K) Representative images and quantitative analysis of expression of PKC3 (l), PKCe (J), and
phosphorylated (p-) and total (t-) p38a (K). n = 6 mice per group. Data are shown as the mean + SEM; *p < 0.05 vs. Con (blue) or HR (green); NS, not
significant compared with Con (blue) or HR (green).

of myofilament phosphorylation (¢TnT, ¢Tnl, MLC2) in the
hearts protected by n-3 PUFAs during IR (Figure 7).
inhibiting  this  receptor the
myocardial infarcted area and improved the contraction and

Consequently, reduced
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relaxation of the reperfused hearts. This study identifies novel
targets of n-3 PUFAs in the myocardium following IR and

provides insights into new therapeutic strategies for

mitigating IR injury.
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FIGURE 7

Regulatory mechanisms of APLNR inhibition in ischemia-reperfused hearts protected by n-3 PUFAs. (A) Ischemia-reperfusion (IR) activates the
apelin receptor (APLNR) and is associated with the phosphorylation of partially PI3K-AKT-mTOR signaling axis, increased expression of p-p38a and PKCS,
decreased expression of PKCe, and elevated phosphorylation levels of cTnl. (B) n3-PUFAs inhibit the expression of APLNR, leading to synchronized
activation of the PI3K-AKT-mTOR signaling axis, decreased expression of PKCS and p-p38a, and increased expression of PKCe. APLNR inhibition
induced by n-3 PUFAs leads to beneficial phenotypes. Red indicates an increase in protein expression or phosphorylation compared with WT-Con or WT-
IR, while green indicates a decrease in protein expression or phosphorylation compared with those in WT-Con or WT-IR.

APLNR inhibition induced by endogenous n-
3 PUFAs is a novel cardioprotective
mechanism after IR

APLNR is a GPCR with seven transmembrane domains, first
reported in 1993 (O’Dowd et al., 1993). APLNR is found in various
organs and tissues, including the heart (Medhurst et al., 2003). This
receptor has two known endogenous ligands, apelin and Elabela/
Toddler (Tatemoto et al., 1998; Chng et al., 2013; Pauli et al., 2014).
Apelin exerts dose-dependent positive inotropy and acute
cardiovascular effects in humans (Szokodi et al., 2002; Japp et al.,
2010). Infusion of apelin increased stroke volume in ischemic
cardiomyopathic rat hearts induced by left anterior descending
coronary artery ligation (Berry et al, 2004). Apelin regulates G
proteins in fatty acid metabolism and interacts with intracellular
signaling pathways including PI3K/AKT, MAPK, PKC
pathways(Yue et al, 2011; Vitale et al, 2022). Furthermore,
APLNR may signal in the absence of endogenous ligands. This
receptor formed heterodimer with angiotensin II receptor, k-opioid
receptor and other GPCRs to modulate G protein mediated signal
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transduction(Chun et al., 2008; Li et al., 2012; O’Carroll et al., 2013).
APLNR also acted as a mechanosensory to induce cardiomyocyte
stretch in an apelin-independent manner (Scimia et al., 2012).
APLNR is crucial for heart development, cardiac function,
energy metabolism, and cell differentiation (Pitkin et al., 2010;
2016). Under
accumulating evidence suggests that the apelin/APLNR system
has multiple roles (Lu et al, 2017; de Oliveira et al., 2022). In
terms of beneficial effects, apelin improved cardiac function in mice
with  post-myocardial  infarction heart failure dilated
cardiomyopathy (Berry et al, 2004; El Mathari et al, 2021).
Furthermore, apelin also reduced blood pressure in DOCA salt-

Deshwar et al, pathological ~ conditions,

induced hypertensive rats (Akcilar et al., 2013). However, this
receptor may become uncoupled from the activation of apelin in
pathological heart conditions. For instance, apelin mRNA levels in
the left ventricles were increased approximately 4.7- and 3.3-fold in

and dilated
heart respectively,
whereas APLNR mRNA was downregulated in the left ventricle

coronary heart disease-induced idiopathic

cardiomyopathy-induced chronic failure,

of coronary heart disease-induced heart failure (Foldes et al., 2003).
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Furthermore, mouse hearts knocking out APLNR are resistant to
pressure overload-induced dilated heart failure (Scimia et al., 2012).

We observed that the mRNA and protein expression of APLNR
was upregulated in response to IR or HR conditions in ex vivo hearts
or in vitro H9C2 cells, respectively. These findings are consistent
with the increase in APLNR expression in reperfused hearts
(approximately 15 min after ischemia) reported by Rastaldo et al.
(2011). Furthermore, our study showed that the inhibition of this
receptor, either by elevated endogenous n-3 PUFAs or ML221,
improved contraction and relaxation in the post-IR mouse hearts.
To the best of our knowledge, this is the first study to demonstrate
that APLNR inhibition protects hearts against IR injury.
Additionally, that APLNR
myocardial infarction. Since cardiac infarction is a causative
factor in cardiac remodeling in ischemic hearts (Sutton and
Sharpe, 2000), APLNR inhibition may enable IR hearts to resist
chronic maladaptive remodeling, as observed in pressure overload
hearts by Scimia et al. (2012).

we found inhibition reduced

n-3 PUFA protects the heart by modulating
the APLNR inhibition-dependent PKC and
p38 MAPK signaling in the IR heart

Recent advances in RNA-seq have enabled the profiling of gene
expression patterns in normal, diseased, or protected myocardia,
allowing for the prediction and verification of novel signaling
pathways and regulatory mechanisms using molecular biology
techniques. In a prior study, we used RNA-seq analysis to
identify that Slit2 protein reduces infarct size and maintains
contractility in post-IR myocardia by inhibiting inflammatory
signaling pathways (Li et al, 2020). Furthermore, RNA-seq
that n-3 PUFAs
mitochondrial structure and function, protect cardiac contractile

analysis results revealed can preserve
function, and regulate cardiac myofilaments (Li et al., 2022c). In this
study, GSEA predicted that endogenous n-3 PUFAs protect IR
hearts by influencing protein synthesis, GPCR signaling, ATP-
dependent activity, cellular metabolism, apoptosis, and tissue
structure. These findings align with functional measurements,
histological examinations, and ATP content analyses. In our
exploration of the regulatory mechanisms, we found that PKCS,
PKCe, p38a, PI3K, AKT, and mTOR signaling is mediated by n-3
PUFAs through APLNR inhibition in IR hearts.

In the PKC signaling pathway, upon activation, phospholipase C
(PLC) cleaves phosphatidylinositol 4,5-bisphosphate (PIP2) into
inositol  1,4,5-triphosphate (IP3) and diacylglycerol (DAG)
(Gilman, 1987; Wang et al., 2018). The latter, together with or
independently of Ca*", acts as a second messenger to further activate
PKC isoforms (Steinberg, 2008). Additionally, p38 MAPK is also
regulated by G proteins (Gas/i/q and GPy subunits) and a
phosphorylation cascade (Yamauchi et al, 1997; Canovas and
Nebreda, 2021). In pathological conditions, PKC isoforms can
have both beneficial and detrimental effects on the heart.
Detrimental effects include cardiomyocyte death, inflammation,
cardiac hypertrophy, and fibrosis (Palaniyandi et al, 2009). In
contrast, p38 MAPK is often referred to as a stress-activated
protein kinase. It is activated by global ischemia and maintains

its activity during reperfusion in isolated rat hearts (Bogoyevitch
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et al.,, 1996). p38 MAPK activation is associated with apoptosis in
post-IR hearts, while its inhibition reduces the infarct area in post-IR
hearts (Bogoyevitch et al., 1996; Ma et al., 1999; Armstrong, 2004).
In this study, we observed that PKCS and p-p38a expression were
and this
upregulation was suppressed by treatment with elevated levels of

upregulated in post-IR myocardia/post-HR  cells,

endogenous n-3 PUFA/EPA. This suppression was associated with
cardioprotective phenotypes in post-IR myocardia. These findings
are consistent with those of our previous study, in which the
suppressed expression of PKCS or p-p38a was found in
cardioprotection attributed to IR conditioning, CapZ deficiency,
and Slit2 overexpression (Yang and Pyle, 2012; Li et al., 2020).

Furthermore, the activation of APLNR by the agonist apelin-13
upregulated PKCS and p-p38a and downregulated PKCe in fat-1 IR
hearts, and this was associated with suppressed cardiac contractile
function, suggesting that the cardioprotection by n-3 PUFAs is
negated by APLNR activation under IR conditions. APLNR
inhibition by ML221 maintained relatively lower expression of
PKCS and p-p38a and higher expression of PKCe in the WT
hearts subjected to IR compared with post-IR hearts without
antagonist treatment. APLNR inhibition by EPA in cells also
resulted in decreased expression of PKCS and p-p38a, indicating
that APLNR inhibition regulates PKCS§ and p-p38a. Furthermore,
APLNR activation is linked to cAMP/PKA, PKC, and angiotensin
AT1 receptor signaling (Chun et al., 2008).

These results suggest that n-3 PUFAs regulate PKC and
p38 MAPK signaling to protect hearts through a G protein-
coupled mechanism, namely, APLNR inhibition.

n-3 PUFA protects the heart by modulating
the APLNR inhibition-dependent PI3K-AKT-
mMTOR signaling axis in the IR heart

Our study, for the first time, demonstrates that n-3 PUFAs
protect the heart from IR injury by regulating the PI3K-AKT-mTOR
signaling pathway through APLNR inhibition. Activation of the
apelin/APLNR system has been shown to regulate the PI3K-AKT-
mTOR signaling pathway (Dagamajalu et al, 2022). The PI3K-
AKT-mTOR signaling pathway can be activated by GPCR and
receptor tyrosine kinase (RTK). When cell surface receptors bind
to ligands or undergo conformational changes induced by other
factors, PI3K is phosphorylated, catalyzing the conversion of
PIP2 into phosphatidylinositol (3,4,5)-triphosphate (PIP3) (Auger
et al, 1989). This, in turn, recruits AKT and leads to the
phosphorylation of AKT. Activation of the PI3K/AKT signaling
pathway results in the phosphorylation of multiple proteins,
including mTOR (Hay and Sonenberg, 2004). mTOR is a central
component of mTOR complex 1 (mTORCI) and -2 (mTORC2),
and in the heart, its major downstream targets include protein
synthesis, metabolism, and proliferation, similar to those in other
tissues (Sciarretta et al., 2014; Sciarretta et al., 2018). Dysregulation
of mTOR is implicated in heart diseases. For instance, mTOR
inhibition with Torin 1 increases apoptotic cell death and infarct
size in ischemic mouse hearts (Volkers et al., 2013). Cardiac-specific
mTOR deletion in mice leads to abnormal activation of AKT, which
is associated with cardiac dysfunction and sarcomere disarray (Zhu
et al,, 2013). Conversely, mTOR overexpression reduces interstitial
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fibrosis and preserves global cardiac function in post-IR mouse
hearts (Aoyagi et al.,, 2012).

In this study, mTOR signaling was not activated in IR mouse hearts,
whereas the PI3K-AKT-mTOR axis was fully activated in IR hearts
protected by n-3 PUFAs. IR hearts with activation of the PI3K-AKT-
mTOR axis exhibited beneficial phenotypes, including reduced
infarction, lower apoptosis rates, and higher myocardial ATP
contents, compared with those in IR hearts without mTOR
activation. Although we did not verify the downstream targets of the
PI3K-AKT-mTOR axis in this study, we can speculate, based on the
GSEA and pathological examination, that the PI3K-AKT-mTOR axis
contributes to reducing cardiomyocyte death, minimizing myocardial
infarction, and maintaining metabolism and morphology.

Furthermore, this signaling axis was not fully activated in the IR
hearts or HR cells with upregulated APLNR (i.e., AKT was activated, but
not PI3K and mTOR). In contrast, hearts or cells with APLNR inhibition,
either through the use of an antagonist (ML221-treated IR hearts) or
elevated n-3 PUFA levels (e.g., in fat-1 IR hearts or EPA-treated HR cells),
exhibited synchronized phosphorylation of PI3K, AKT, and mTOR. In
protected post-IR hearts, this synchronized activation was associated with
changes in myofilament phosphorylation, whereas in protected HR cells,
this synchronized activation was associated with improved morphology.
Therefore, EPA plays a pivotal role in APLNR inhibition-induced
cardioprotection under ischemic conditions.

Myofilament phosphorylation responds to
ALPNR inhibition under IR conditions

In our previous studies, we have demonstrated that the
phosphorylation state of myofilaments is sensitive to various stress
stimuli in experimental models of mice, pigs, or monkeys, including
conditions such as IR, cardioplegia, pressure overload, and a high-fat,
high-sugar diet (Yang and Pyle, 2011; Yang and Pyle, 2012; Li et al., 2020;
Tan etal., 2021; Zheng et al., 2021). In this study, we have discovered that
cardioprotection conferred by endogenous n-3 PUFAs is associated with
increased phosphorylation of cTnl, cTnT, and MLC2 in post-IR hearts.
These findings align with our previous results, which demonstrated that
cardioprotection induced by endogenous n-3 PUFAs is associated with
increased or restored phosphorylation of ¢Tnl and several other
myofibril proteins under stressful conditions (Li et al, 2022c).
Moreover, APLNR inhibition, achieved through the use of the
antagonist ML221, influenced the phosphorylation profiles of
myofilaments, including increases in the phosphorylation of ¢InT
and MLC2. Consequently,
phosphorylation signaling, mediated by this GPCR, operates in n-3
PUFA-protected IR hearts.

PKC and p38 MAPK are direct regulators of myofilament
phosphorylation. PKC translocates and phosphorylates myofilaments

we investigated how intracellular

upon activation, leading to changes in contractility in an isoform-
dependent manner (Steinberg, 2008). Conversely, myofilament
phosphorylation ~ targeted by p38 MAPK reduces myofibril
contractility (Vahebi et al, 2007), and there are limited insights into
the regulation of mTOR on myofilament phosphorylation. Considering
that mTOR activation is associated with alterations in cardiac
contractility during various physiological and pathological events, it is
plausible that mTOR signaling may also impact myofilament

phosphorylation.  However, this hypothesis requires further
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confirmation. Moreover, there is cross-talk among these three
pathways in ischemic hearts. For instance, Heidkamp et al. reported
that the translocation of PKCe and PKCS leads to the activation of
MAPKs (Erk, JNK, or p38 MAPK) (Heidkamp et al, 2001).
Additionally, evidence suggests that PI3K is upstream of PKC in
(Tong et al, 2000). Further
investigation of the interaction of these three pathways will help to
understand the regulatory mechanism of apelin/APLNR under IR
conditions.

ischemic preconditioned hearts

In conclusion, elevated levels of endogenous n-3 PUFAs
suppress the increase in APLNR expression induced by IR injury
in mouse hearts. APLNR inhibition via ML221 treatment protects
myocardial tissues and contractile function in IR hearts by activating
the PI3K-AKT-mTOR signaling pathway. To the best of our
knowledge, this study is the first to provide mechanistic insights
into the role of APLNR inhibition in myocardial IR injury.

Limitation

This study revealed the cardioprotective effect of inhibition of
APLNR in IR injury. However, whether the inhibition of this
receptor will enable IR hearts to resist chronic maladaptive
remodeling remains to be determined. When developing therapeutics
targeting the apelin/APLNR system, further evaluation of APLNR
function under pathological conditions such as ventricular pressure
overload and myocardial IR is warranted. Although we verified that
some signaling pathways/networks are regulated by n-3 PUFAs via
ALPNR, our data are limited. As shown in the transcriptomic analysis,
complex signaling networks and biological processes are targeted by n-3
PUFAs. Besides, the conclusion of this study are mainly derived from ex
vivo models; therefore, further in vivo and in vitro verification remains
warranted regarding the signaling regulation and altered biological
processes attributed to n-3 PUFAs via APLNR inhibition.

Data availability statement

The datasets presented in this study can be found in online
repositories. The names of the repository/repositories and accession
number(s) can be found below: GSE223343 (GEO).

Ethics statement

The animal study was approved by the Institutional Animal
Care and Use Committee of the Guangdong Laboratory Animals
Monitoring Institute. The study was conducted in accordance with
the local legislation and institutional requirements.

Author contributions

FY and SZ designed and initiated the project, interpreted the
results and prepared the manuscript. SZ, WT, and XL completed the
histological, functional and molecular experiments and
bioinformatic analysis of the first draft. XR and HC were

responsible for the animal care and genotyping. LW, WP, CZ,

frontiersin.org


https://www.frontiersin.org/journals/pharmacology
https://www.frontiersin.org
https://doi.org/10.3389/fphar.2023.1145413

Zheng et al.

JW,JC, YZ, and PB provided critical inputs during the experimental
design, data interpretation, and manuscript preparation. SZ
designed and performed additional experiments/data analysis in
the revised manuscript. All authors contributed to the article and
approved the submitted version.

Funding

This work was supported by the Guangdong Science and

Technology Program (200808003, 2022A1515012338,
2022A1515011154, and 2023A1515011278), and the Guangdong
Provincial ~ Key  Laboratory  of  Laboratory = Animals

(2017B030314171). WP is supported with funding from the
Canadian Institutes of Health Research (MOP126077), the Heart
and Stroke Foundation of Canada (G-21-0031543), and the Natural
Sciences and Engineering Research Council (RGPIN-2018-04732).

Acknowledgments

The authors would like to thank Dr. Jing X. Kang from the
Harvard Medical School (Boston, MA, United States) for donating
the fat-1 transgenic mice used in this study.

References

Akcilar, R, Turgut, S., Caner, V., Akcilar, A., Ayada, C., Elmas, L., et al. (2013). Apelin
effects on blood pressure and RAS in DOCA-salt-induced hypertensive rats. Clin.
Exp. Hypertens. 35, 550-557. doi:10.3109/10641963.2013.764889

Aoyagi, T., Kusakari, Y., Xiao, C. Y., Inouye, B. T., Takahashi, M., Scherrer-Crosbie,
M., et al. (2012). Cardiac mTOR protects the heart against ischemia-reperfusion injury.
Am. J. Physiol. Heart Circ. Physiol. 303, H75-H85. doi:10.1152/ajpheart.00241.2012

Armstrong, S. C. (2004). Protein kinase activation and myocardial ischemia/
reperfusion injury. Cardiovasc Res. 61, 427-436. doi:10.1016/j.cardiores.2003.09.031

Auger, K. R, Serunian, L. A,, Soltoff, S. P., Libby, P., and Cantley, L. C. (1989). PDGF-
dependent  tyrosine  phosphorylation  stimulates  production of  novel
polyphosphoinositides in intact cells. Cell. 57, 167-175. doi:10.1016/0092-8674(89)
90182-7

Berry, M. F,, Pirolli, T.]., Jayasankar, V., Burdick, J., Morine, K. J., Gardner, T.J., et al.
(2004). Apelin has in vivo inotropic effects on normal and failing hearts. Circulation
110, 1i187-193. doi:10.1161/01.CIR.0000138382.57325.5¢

Bogoyevitch, M. A., Gillespie-Brown, J., Ketterman, A. J., Fuller, S. J., Ben-Levy, R,,
Ashworth, A, et al. (1996). Stimulation of the stress-activated mitogen-activated protein
kinase subfamilies in perfused heart. p38/RK mitogen-activated protein kinases and
c-Jun N-terminal kinases are activated by ischemia/reperfusion. Circ. Res. 79, 162-173.
doi:10.1161/01.res.79.2.162

Calder, P. C. (2012). Mechanisms of action of (n-3) fatty acids. J. Nutr. 142,
5925-599S. doi:10.3945/jn.111.155259

Canovas, B, and Nebreda, A. R. (2021). Diversity and versatility of p38 kinase
signalling in health and disease. Nat. Rev. Mol. Cell. Biol. 22, 346-366. doi:10.1038/
541580-020-00322-w

Carden, D. L., and Granger, D. N. (2000). Pathophysiology of ischaemia-reperfusion
injury. J. Pathol. 190, 255-266. doi:10.1002/(SICI)1096-9896(200002)190:3<255::AID-
PATH526>3.0.CO;2-6

Chng, S. C., Ho, L,, Tian, J., and Reversade, B. (2013). Elabela: A hormone essential for
heart development signals via the apelin receptor. Dev. Cell. 27, 672-680. doi:10.1016/j.
devcel.2013.11.002

Chun, H. J,, Ali, Z. A,, Kojima, Y., Kundu, R. K,, Sheikh, A. Y., Agrawal, R,, et al.
(2008). Apelin signaling antagonizes Ang II effects in mouse models of atherosclerosis.
J. Clin. Invest. 118, 3343-3354. doi:10.1172/JCI34871

Dagamajalu, S., Rex, D. a.B., Philem, P. D., Rainey, J. K., and Keshava Prasad, T. S.
(2022). A network map of apelin-mediated signaling. J. Cell. Commun. Signal 16,
137-143. d0i:10.1007/s12079-021-00614-6

De Oliveira, A. A., Vergara, A,, Wang, X., Vederas, J. C., and Oudit, G. Y. (2022).
Apelin pathway in cardiovascular, kidney, and metabolic diseases: Therapeutic role of

Frontiers in Pharmacology

10.3389/fphar.2023.1145413

Conflict of interest

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

The reviewer KZ declared a past co-authorship with the author
JW to the handling editor.

Publisher’'s note

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

Supplementary material

The Supplementary Material for this article can be found online
at: https://www.frontiersin.org/articles/10.3389/fphar.2023.1145413/
full#supplementary-material

apelin analogs and apelin receptor agonists. Peptides 147, 170697. doi:10.1016/j.
peptides.2021.170697

Dyerberg, J., Bang, H. O., Stoffersen, E., Moncada, S., and Vane, J. R. (1978).
Eicosapentaenoic acid and prevention of thrombosis and atherosclerosis? Lancet 2,
117-119. doi:10.1016/s0140-6736(78)91505-2

El Mathari, B., Briand, P., Corbier, A., Poirier, B., Briand, V., Raffenne-Devillers, A.,
et al. (2021). Apelin improves cardiac function mainly through peripheral vasodilation
in a mouse model of dilated cardiomyopathy. Peptides 142, 170568. doi:10.1016/j.
peptides.2021.170568

Engelbrecht, A. M., Engelbrecht, P., Genade, S., Niesler, C., Page, C., Smuts, M., et al.
(2005). Long-chain polyunsaturated fatty acids protect the heart against ischemia/
reperfusion-induced injury via a MAPK dependent pathway. J. Mol. Cell. Cardiol. 39,
940-954. doi:10.1016/j.yjmcc.2005.08.004

Foldes, G., Horkay, F., Szokodi, I., Vuolteenaho, O., Ilves, M., Lindstedt, K. A., et al.
(2003). Circulating and cardiac levels of apelin, the novel ligand of the orphan receptor
AP]J, in patients with heart failure. Biochem. Biophys. Res. Commun. 308, 480-485.
doi:10.1016/s0006-291x(03)01424-4

Gabbs, M., Leng, S., Devassy, J. G., Monirujjaman, M., and Aukema, H. M. (2015).
Advances in our understanding of oxylipins derived from dietary PUFAs. Adv. Nutr. 6,
513-540. doi:10.3945/an.114.007732

Gilman, A. G. (1987). G proteins: Transducers of receptor-generated signals. Annu.
Rev. Biochem. 56, 615-649. doi:10.1146/annurev.bi.56.070187.003151

Hay, N., and Sonenberg, N. (2004). Upstream and downstream of mTOR. Genes. Deyv.
18, 1926-1945. doi:10.1 101/gad.1212704

Heidkamp, M. C., Bayer, A. L., Martin, J. L., and Samarel, A. M. (2001). Differential
activation of mitogen-activated protein kinase cascades and apoptosis by protein kinase
C epsilon and delta in neonatal rat ventricular myocytes. Circ. Res. 89, 882-890. doi:10.
1161/hh2201.099434

Heusch, G. (2020). Myocardial ischaemia-reperfusion injury and cardioprotection in
perspective. Nat. Rev. Cardiol. 17, 773-789. doi:10.1038/541569-020-0403-y

Japp, A. G, Cruden, N. L., Barnes, G., Van Gemeren, N., Mathews, J., Adamson, J.,
et al. (2010). Acute cardiovascular effects of apelin in humans: Potential role in patients
with  chronic  heart failure. Circulation 121, 1818-1827. doi:10.1161/
CIRCULATIONAHA.109.911339

Kang, J. X., Wang, J., Wu, L., and Kang, Z. B. (2004). Transgenic mice: fat-1 mice
convert n-6 to n-3 fatty acids. Nature 427, 504. doi:10.1038/427504a

Keeley, E. C., Boura, J. A,, and Grines, C. L. (2003). Primary angioplasty versus
intravenous thrombolytic therapy for acute myocardial infarction: A quantitative review
of 23 randomised trials. Lancet 361, 13-20. doi:10.1016/S0140-6736(03)12113-7

frontiersin.org


https://www.frontiersin.org/articles/10.3389/fphar.2023.1145413/full#supplementary-material
https://www.frontiersin.org/articles/10.3389/fphar.2023.1145413/full#supplementary-material
https://doi.org/10.3109/10641963.2013.764889
https://doi.org/10.1152/ajpheart.00241.2012
https://doi.org/10.1016/j.cardiores.2003.09.031
https://doi.org/10.1016/0092-8674(89)90182-7
https://doi.org/10.1016/0092-8674(89)90182-7
https://doi.org/10.1161/01.CIR.0000138382.57325.5c
https://doi.org/10.1161/01.res.79.2.162
https://doi.org/10.3945/jn.111.155259
https://doi.org/10.1038/s41580-020-00322-w
https://doi.org/10.1038/s41580-020-00322-w
https://doi.org/10.1002/(SICI)1096-9896(200002)190:3<255::AID-PATH526>3.0.CO;2-6
https://doi.org/10.1002/(SICI)1096-9896(200002)190:3<255::AID-PATH526>3.0.CO;2-6
https://doi.org/10.1016/j.devcel.2013.11.002
https://doi.org/10.1016/j.devcel.2013.11.002
https://doi.org/10.1172/JCI34871
https://doi.org/10.1007/s12079-021-00614-6
https://doi.org/10.1016/j.peptides.2021.170697
https://doi.org/10.1016/j.peptides.2021.170697
https://doi.org/10.1016/s0140-6736(78)91505-2
https://doi.org/10.1016/j.peptides.2021.170568
https://doi.org/10.1016/j.peptides.2021.170568
https://doi.org/10.1016/j.yjmcc.2005.08.004
https://doi.org/10.1016/s0006-291x(03)01424-4
https://doi.org/10.3945/an.114.007732
https://doi.org/10.1146/annurev.bi.56.070187.003151
https://doi.org/10.1101/gad.1212704
https://doi.org/10.1161/hh2201.099434
https://doi.org/10.1161/hh2201.099434
https://doi.org/10.1038/s41569-020-0403-y
https://doi.org/10.1161/CIRCULATIONAHA.109.911339
https://doi.org/10.1161/CIRCULATIONAHA.109.911339
https://doi.org/10.1038/427504a
https://doi.org/10.1016/S0140-6736(03)12113-7
https://www.frontiersin.org/journals/pharmacology
https://www.frontiersin.org
https://doi.org/10.3389/fphar.2023.1145413

Zheng et al.

Li, Y., Chen, J., Bai, B., Du, H.,, Liu, Y., and Liu, H. (2012). Heterodimerization of
human apelin and kappa opioid receptors: Roles in signal transduction. Cell. Signal 24,
991-1001. doi:10.1016/j.cellsig.2011.12.012

Li, X,, Zheng, S., Tan, W., Chen, H,, Li, X,, Wu, J., et al. (2020). Slit2 protects hearts
against ischemia-reperfusion injury by inhibiting inflammatory responses and
maintaining myofilament contractile properties. Front. Physiol. 11, 228. doi:10.3389/
fphys.2020.00228

Li, X,, Tan, W, Li, X,, Zheng, S., Zhang, X., Chen, H., et al. (2022a). A surgical model
of heart failure with preserved ejection fraction in Tibetan minipigs. J. Vis. Exp. 180,
€63526 doi:10.3791/63526

Li, X,, Tan, W., Zheng, S., Pyle, W. G., Zhu, C., Chen, H,, et al. (2022b). Differential
mRNA expression and circular RNA-based competitive endogenous RNA networks in
the three stages of heart failure in transverse aortic constriction mice. Front. Physiol. 13,
777284. doi:10.3389/fphys.2022.777284

Li, X., Tan, W., Zheng, S., Zhang, J., Zhu, C., Cai, C,, et al. (2022¢). Cardioprotective
effects of n-3 polyunsaturated fatty acids: Orchestration of mRNA expression, protein
phosphorylation, and lipid metabolism in pressure overload hearts. Front. Cardiovasc.
Med. 8. doi:10.3389/fcvm.2021.788270

Lu, L, Wu, D,, Li, L., and Chen, L. (2017). Apelin/APJ system: A bifunctional target
for cardiac hypertrophy. Int. J. Cardiol. 230, 164-170. doi:10.1016/j.ijcard.2016.11.215

Ma, X. L., Kumar, S., Gao, F., Louden, C. S., Lopez, B. L., Christopher, T. A., et al.
(1999). Inhibition of p38 mitogen-activated protein kinase decreases cardiomyocyte
apoptosis and improves cardiac function after myocardial ischemia and reperfusion.
Circulation 99, 1685-1691. doi:10.1161/01.¢ir.99.13.1685

Medhurst, A. D., Jennings, C. A., Robbins, M. J., Davis, R. P., Ellis, C., Winborn, K. Y.,
et al. (2003). Pharmacological and immunohistochemical characterization of the APJ
receptor and its endogenous ligand apelin. J. Neurochem. 84, 1162-1172. doi:10.1046/.
1471-4159.2003.01587.x

Mozaffarian, D., and Wu, J. H. (2011). Omega-3 fatty acids and cardiovascular
disease: Effects on risk factors, molecular pathways, and clinical events. J. Am. Coll.
Cardiol. 58, 2047-2067. doi:10.1016/j.jacc.2011.06.063

Mozaffarian, D., Ascherio, A., Hu, F. B., Stampfer, M. J., Willett, W. C,, Siscovick, D.
S., et al. (2005). Interplay between different polyunsaturated fatty acids and risk of
coronary heart disease in men. Circulation 111, 157-164. doi:10.1161/01.CIR.
0000152099.87287.83

Murphy, K. A, Harsch, B. A,, Healy, C. L, Joshi, S. S., Huang, S., Walker, R. E.,
et al. (2022). Free fatty acid receptor 4 responds to endogenous fatty acids to
protect the heart from pressure overload. Cardiovasc Res. 118, 1061-1073. doi:10.
1093/cvr/cvabl11

Nayeem, M. A. (2018). Role of oxylipins in cardiovascular diseases. Acta Pharmacol.
Sin. 39, 1142-1154. doi:10.1038/aps.2018.24

O’carroll, A. M., Lolait, S. J., Harris, L. E., and Pope, G. R. (2013). The apelin receptor
AP]J: Journey from an orphan to a multifaceted regulator of homeostasis. J. Endocrinol.
219, R13-R35. doi:10.1530/JOE-13-0227

O’dowd, B. F., Heiber, M., Chan, A., Heng, H. H,, Tsui, L. C., Kennedy, J. L., et al.
(1993). A human gene that shows identity with the gene encoding the angiotensin
receptor is located on chromosome 11. Gene 136, 355-360. doi:10.1016/0378-1119(93)
90495-0

Palaniyandi, S. S., Sun, L., Ferreira, J. C., and Mochly-Rosen, D. (2009). Protein kinase
C in heart failure: A therapeutic target? Cardiovasc Res. 82, 229-239. doi:10.1093/cvr/
cvp001

Pauli, A., Norris, M. L., Valen, E., Chew, G. L., Gagnon, J. A., Zimmerman, S., et al.
(2014). Toddler: An embryonic signal that promotes cell movement via apelin receptors.
Science 343, 1248636. doi:10.1126/science.1248636

Rastaldo, R., Cappello, S., Folino, A., Berta, G. N., Sprio, A. E., Losano, G., etal. (2011).
Apelin-13 limits infarct size and improves cardiac postischemic mechanical recovery
only if given after ischemia. Am. J. Physiol. Heart Circ. Physiol. 300, H2308-H2315.
doi:10.1152/ajpheart.01177.2010

Sciarretta, S., Volpe, M., and Sadoshima, J. (2014). Mammalian target of rapamycin
signaling in cardiac physiology and disease. Circ. Res. 114, 549-564. doi:10.1161/
CIRCRESAHA.114.302022

Sciarretta, S., Forte, M., Frati, G., and Sadoshima, J. (2018). New insights into the role
of mTOR signaling in the cardiovascular system. Circ. Res. 122, 489-505. doi:10.1161/
CIRCRESAHA.117.311147

Scimia, M. C., Hurtado, C., Ray, S., Metzler, S., Wei, K., Wang, J., et al. (2012). APJ acts
as a dual receptor in cardiac hypertrophy. Nature 488, 394-398. doi:10.1038/
naturel1263

Seeger, J. P., Benda, N. M., Riksen, N. P., Van Dijk, A. P, Bellersen, L., Hopman, M. T.,
et al. (2016). Heart failure is associated with exaggerated endothelial ischaemia-
reperfusion injury and attenuated effect of ischaemic preconditioning. Eur. J. Prev.
Cardiol. 23, 33-40. doi:10.1177/2047487314558377

Frontiers in Pharmacology

17

10.3389/fphar.2023.1145413

Siddiqui, R. A., Harvey, K. A, and Zaloga, G. P. (2008). Modulation of enzymatic
activities by n-3 polyunsaturated fatty acids to support cardiovascular health. J. Nutr.
Biochem. 19, 417-437. doi:10.1016/j.jnutbio.2007.07.001

Siscovick, D. S., Barringer, T. A, Fretts, A. M., W, J. H,, Lichtenstein, A. H., Costello,
R. B, et al. (2017). Omega-3 polyunsaturated fatty acid (fish oil) supplementation and
the prevention of clinical cardiovascular disease: A science advisory from the American
heart association. Circulation 135, e867-e884. doi:10.1161/CIR.0000000000000482

Steinberg, S. F. (2008). Structural basis of protein kinase C isoform function. Physiol.
Rev. 88, 1341-1378. doi:10.1152/physrev.00034.2007

Sutton, M. G., and Sharpe, N. (2000). Left ventricular remodeling after myocardial
infarction: Pathophysiology and therapy. Circulation 101, 2981-2988. doi:10.1161/01.
cir.101.25.2981

Szentandrassy, N., Pérez-Bido, M. R,, Alonzo, E., Negretti, N, and O’neill, S. C. (2007).
Protein kinase A is activated by the n-3 polyunsaturated fatty acid eicosapentaenoic acid in rat
ventricular muscle. J. Physiol. 582, 349-358. doi:10.1113/jphysiol.2007.132753

Szokodi, I, Tavi, P., Foldes, G., Voutilainen-Myllyl4, S., Ilves, M., Tokola, H., et al.
(2002). Apelin, the novel endogenous ligand of the orphan receptor APJ, regulates
cardiac contractility. Circ. Res. 91, 434-440. doi:10.1161/01.res.0000033522.37861.69

Tan, W, Li, X,, Zheng, S., Li, X., Zhang, X., Pyle, W. G., et al. (2021). A porcine model
of heart failure with preserved ejection fraction induced by chronic pressure overload
characterized by cardiac fibrosis and remodeling. Front. Cardiovasc Med. 8, 677727.
doi:10.3389/fcvm.2021.677727

Tatemoto, K., Hosoya, M., Habata, Y., Fujii, R, Kakegawa, T., Zou, M. X,, et al. (1998).
Isolation and characterization of a novel endogenous peptide ligand for the human APJ
receptor. Biochem. Biophys. Res. Commun. 251, 471-476. doi:10.1006/bbrc.1998.9489

Tong, H., Chen, W., Steenbergen, C., and Murphy, E. (2000). Ischemic
preconditioning activates phosphatidylinositol-3-kinase upstream of protein kinase
C. Circ. Res. 87, 309-315. do0i:10.1161/01.res.87.4.309

Tsao, C. W., Aday, A. W., Almarzooq, Z. L, Alonso, A., Beaton, A. Z., Bittencourt, M.
S., et al. (2022). Heart disease and stroke statistics-2022 update: A report from the
American heart association. Circulation 145, Cir0000000000001052. doi:10.1161/cir.
0000000000001052

Vahebi, S., Ota, A, Li, M., Warren, C. M., De Tombe, P. P, Wang, Y., et al. (2007).
p38-MAPK induced dephosphorylation of alpha-tropomyosin is associated with
depression of myocardial sarcomeric tension and ATPase activity. Circ. Res. 100,
408-415. doi:10.1161/01.RES.0000258116.60404.ad

Vitale, E., Rosso, R., Lo Iacono, M., Cristallini, C., Giachino, C., and Rastaldo, R.
(2022). Apelin-13 increases functional connexin-43 through autophagy inhibition via
AKT/mTOR pathway in the non-myocytic cell population of the heart. Int. J. Mol. Sci.
23, 13073. doi:10.3390/ijms232113073

Volkers, M., Konstandin, M. H., Doroudgar, S., Toko, H., Quijada, P., Din, S., et al.
(2013). Mechanistic target of rapamycin complex 2 protects the heart from ischemic
damage. Circulation 128, 2132-2144. doi:10.1161/CIRCULATIONAHA.113.003638

Wang, J., Gareri, C., and Rockman, H. A. (2018). G-Protein-Coupled receptors in
heart disease. Circ. Res. 123, 716-735. doi:10.1161/CIRCRESAHA.118.311403

Wang, C. P, Lee, C. C,, Wu, D. Y, Chen, S. Y, and Lee, T. M. (2022). Differential
effects of EPA and DHA on PPARy-mediated sympathetic innervation in infarcted rat
hearts by GPR120-dependent and -independent mechanisms. J. Nutr. Biochem. 103,
108950. doi:10.1016/j.jnutbio.2022.108950

Yamauchi, J., Nagao, M., Kaziro, Y., and Itoh, H. (1997). Activation of p38 mitogen-
activated protein kinase by signaling through G protein-coupled receptors. Involvement
of Gbetagamma and Galphaq/11 subunits. J. Biol. Chem. 272, 27771-27777. doi:10.
1074/jbc.272.44.27771

Yang, F. H,, and Pyle, W. G. (2011). Cardiac actin capping protein reduction and
protein kinase C inhibition maintain myofilament function during cardioplegic arrest.
Cell. Physiol. Biochem. 27, 263-272. doi:10.1159/000327952

Yang, F. H,, and Pyle, W. G. (2012). Reduced cardiac CapZ protein protects hearts
against acute ischemia-reperfusion injury and enhances preconditioning. J. Mol. Cell.
Cardiol. 52, 761-772. doi:10.1016/j.yjmcc.2011.11.013

Yellon, D. M., and Hausenloy, D. J. (2007). Myocardial reperfusion injury. N. Engl.
J. Med. 357, 1121-1135. doi:10.1056/NEJMra071667

Yue, P, Jin, H,, Xu, S., Aillaud, M., Deng, A. C., Azuma, ], et al. (2011). Apelin
decreases lipolysis via G(q), G(i), and AMPK-Dependent Mechanisms. Endocrinology
152, 59-68. doi:10.1210/en.2010-0576

Zheng, S., Tan, W,, Li, X, Li, B, Gong, B., Pyle, W. G,, et al. (2021). Aged monkeys fed
a high-fat/high-sugar diet recapitulate metabolic disorders and cardiac contractile
dysfunction. J. Cardiovasc Transl. Res. 14, 799-815. doi:10.1007/s12265-021-10105-z

Zhu, Y., Pires, K. M., Whitehead, K. J., Olsen, C. D., Wayment, B., Zhang, Y. C,, et al.
(2013). Mechanistic target of rapamycin (Mtor) is essential for murine embryonic heart
development and growth. PLoS One 8, €54221. doi:10.1371/journal.pone.0054221

frontiersin.org


https://doi.org/10.1016/j.cellsig.2011.12.012
https://doi.org/10.3389/fphys.2020.00228
https://doi.org/10.3389/fphys.2020.00228
https://doi.org/10.3791/63526
https://doi.org/10.3389/fphys.2022.777284
https://doi.org/10.3389/fcvm.2021.788270
https://doi.org/10.1016/j.ijcard.2016.11.215
https://doi.org/10.1161/01.cir.99.13.1685
https://doi.org/10.1046/j.1471-4159.2003.01587.x
https://doi.org/10.1046/j.1471-4159.2003.01587.x
https://doi.org/10.1016/j.jacc.2011.06.063
https://doi.org/10.1161/01.CIR.0000152099.87287.83
https://doi.org/10.1161/01.CIR.0000152099.87287.83
https://doi.org/10.1093/cvr/cvab111
https://doi.org/10.1093/cvr/cvab111
https://doi.org/10.1038/aps.2018.24
https://doi.org/10.1530/JOE-13-0227
https://doi.org/10.1016/0378-1119(93)90495-o
https://doi.org/10.1016/0378-1119(93)90495-o
https://doi.org/10.1093/cvr/cvp001
https://doi.org/10.1093/cvr/cvp001
https://doi.org/10.1126/science.1248636
https://doi.org/10.1152/ajpheart.01177.2010
https://doi.org/10.1161/CIRCRESAHA.114.302022
https://doi.org/10.1161/CIRCRESAHA.114.302022
https://doi.org/10.1161/CIRCRESAHA.117.311147
https://doi.org/10.1161/CIRCRESAHA.117.311147
https://doi.org/10.1038/nature11263
https://doi.org/10.1038/nature11263
https://doi.org/10.1177/2047487314558377
https://doi.org/10.1016/j.jnutbio.2007.07.001
https://doi.org/10.1161/CIR.0000000000000482
https://doi.org/10.1152/physrev.00034.2007
https://doi.org/10.1161/01.cir.101.25.2981
https://doi.org/10.1161/01.cir.101.25.2981
https://doi.org/10.1113/jphysiol.2007.132753
https://doi.org/10.1161/01.res.0000033522.37861.69
https://doi.org/10.3389/fcvm.2021.677727
https://doi.org/10.1006/bbrc.1998.9489
https://doi.org/10.1161/01.res.87.4.309
https://doi.org/10.1161/cir.0000000000001052
https://doi.org/10.1161/cir.0000000000001052
https://doi.org/10.1161/01.RES.0000258116.60404.ad
https://doi.org/10.3390/ijms232113073
https://doi.org/10.1161/CIRCULATIONAHA.113.003638
https://doi.org/10.1161/CIRCRESAHA.118.311403
https://doi.org/10.1016/j.jnutbio.2022.108950
https://doi.org/10.1074/jbc.272.44.27771
https://doi.org/10.1074/jbc.272.44.27771
https://doi.org/10.1159/000327952
https://doi.org/10.1016/j.yjmcc.2011.11.013
https://doi.org/10.1056/NEJMra071667
https://doi.org/10.1210/en.2010-0576
https://doi.org/10.1007/s12265-021-10105-z
https://doi.org/10.1371/journal.pone.0054221
https://www.frontiersin.org/journals/pharmacology
https://www.frontiersin.org
https://doi.org/10.3389/fphar.2023.1145413

	Apelin receptor inhibition in ischemia-reperfused mouse hearts protected by endogenous n-3 polyunsaturated fatty acids
	Introduction
	Materials and methods
	Animals and experimental design
	n-3 PUFA content in the heart
	Establishment of the murine IR injury model
	Myocardial infarction assessment
	Histological examination
	TUNEL assay
	ATP assay
	RNA-seq analysis
	Gene expression validation
	Cell signaling assay
	Detection of myofilament phosphorylation
	Treatment with APLNR antagonist and agonist
	EPA treatment
	Statistical analysis

	Results
	Elevated endogenous n-3 PUFA levels preserve contractile function and prevent myocardial damage
	n-3 PUFAs target multiple biological processes in reperfused mouse hearts
	Endogenous n-3 PUFAs regulate contractile-associated protein kinases and synchronize PI3K-AKT-mTOR phosphorylation in post- ...
	APLNR inhibition associated with improved cardiac function
	APLNR agonist abolishes the protective effects provided by endogenous n-3 PUFAs
	EPA is a key player in APLNR inhibition-induced cardioprotection under ischemic condition

	Discussion
	APLNR inhibition induced by endogenous n-3 PUFAs is a novel cardioprotective mechanism after IR
	n-3 PUFA protects the heart by modulating the APLNR inhibition-dependent PKC and p38 MAPK signaling in the IR heart
	n-3 PUFA protects the heart by modulating the APLNR inhibition-dependent PI3K-AKT-mTOR signaling axis in the IR heart
	Myofilament phosphorylation responds to ALPNR inhibition under IR conditions

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


