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Background: Irisin, a newly identified peptide, is critical to regulating metabolism,
thermogenesis, and reducing oxidative stresses. Our recent works demonstrated that
irisin protected the heart against myocardial ischemic injury and preserved the function of
mitochondria. However, whether irisin preserves myocardial performance and attenuates
insulin resistance in type Il diabetes remains unknown.

Objective: Effects of irisin on type Il diabetes-induced cardiac dysfty unction and insulin
resistance in db/db mice were studied. Methods: Homozygous db/db mice (n=5/each
group) for spontaneous mutation (Lepr®) and heterozygous (heterozygous) mice (n=5/
each group) for control were used to assess for cardiac performance and impairment of
insulin resistance. Homozygous and heterozygous controls received a treatment with
either irisin (100 mg/kg, intraperitoneal injection, every other day) or vehicle control (PBS)
for 4 weeks at 16 weeks of age. Insulin tolerance test and glucose tolerance test were
employed to determine insulin resistance in mice. Cardiac function was assessed by
echocardiography. Metabolic features including hyperglycemia and body growth were
also examined. Immunohistochemical analysis was employed to determine myocardial
hypertrophy and interstitial fibrosis. Immunoblots were employed to determine the
signaling pathway associated with irisin treatment.

Results: Homozygous db/db mice developed an impairment in insulin sensitivity as
indicated by Insulin tolerance test (ITT), glucose tolerance test (GTT) (p<0.05 vs non-irisin
treatment), hyperglycemia (p<0.05 vs heterozygous control), and hyperinsulinemia (serum
insulin: 0.81 + 0.065 ng/ml in heterozygous control vs. 8.33 = 0.69 ng/ml in homozygous
db/db control, p<0.0001), which were attenuated by the administration of irisin (serum
insulin 8.32 + 0.68 ng/ml in homozygous db/db control vs 6.56 + 0.38 ng/ml in
homozygous db/db irisin treatment, p<0.0001). Furthermore, as compared to
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heterozygous control, db/db mice manifested a depression in cardiac performance
[ejection fraction (EF): 91.9% =+ 0.44 in heterozygous control vs 79.1% + 2.0 in
homozygous db/db control, p< 0.001] in associated myocardial remodeling (cardiac
fibrosis 1.89% + 0.09 in heterozygous control vs. 5.39% =+ 0.22 in homozygous db/db
control, p<0.001). Notably, the depression of cardiac function in EF (79.2% + 2.0
homozygous db/db control vs. 88.6% + 1.9 in homozygous db/db + irisin, p<0.01) and
fractional shortening (FS) (42.2% = 1.8 in homozygous db/db control vs. 53.2% + 2.7 in
homozygous db/db-+irisin, p<0.01) and remodeling were markedly attenuated by the
administration of irisin. Western blotting shows that irisin treatment prevented an
approximate two-fold decrease in p38 phosphorylation and increase in histone
deacetylase 4 (HDAC4) in the homozygous db/db myocardium (p<0.05 vs
homozygous db/db control).

Conclusion: Irisin preserves myocardial performance and insulin resistance in db/db

mice, which is related to p38 phosphorylation and HDAC reduction.

Keywords: irisin, diabetes, myocardial function, insulin resistance, p38 and HDAC4

BACKGROUND

Recent statistics indicate an inexorable increase in the prevalence
of diabetes, obesity, and insulin resistance in the developed world
and emerging economies (Abel, 2010). Diabetes mellitus is
associated with increased (Kannel et al., 1974) cardiovascular
disease, which is considered to be the major cause of morbidity
and mortality. Cardiomyopathy develops in diabetic disease that
is independent of known risk factors such as hypertension as well
as coronary artery disease (Rubler et al., 1972). It is commonly
understood that the underlying mechanisms of diabetes-related
heart disease are multifactorial, but the importance of studying
myocardial dysfunction, termed as diabetic cardiomyopathy, has
always been a focus in the field (Witteles and Fowler, 2008;
Battiprolu et al., 2010). Irisin has been recently identified as
proliferator-activated receptor-gamma coactivator-1a. (PGCy-
lou)-dependent myokine. Irisin is secreted by muscle cells and
subsequently circulated into peripheral tissue when exercise as a
cleavage peptide of the extracellular portion of type I membrane
protein fibronectin type III domain containing 5 (FNDC5)
(Bostrom et al., 2012). It was recently considered to act as a
kind of hormone that produces the beneficial function of exercise
on promoting the browning of white adipose tissues and
stimulating energy expenditure (Bostrom et al., 2012). It has
also been shown to suppress oxidative stresses and apoptosis in
different models (Zhu et al., 2015; Park et al, 2015). It was
reported that irisin augmented the browning of white adipose
tissue, which could serve as a promising therapy for metabolic
disorders and cardiovascular diseases (Jeremic et al., 2017). Very
recently, we have demonstrated that pretreatment of irisin
protected the heart against ischemia/reperfusion injury and
attenuated the susceptibility of cardiomyoblasts exposed to
hypoxic stress, which is closely related to the improvement in
mitochondria respiration, reduction of mitochondria apoptosis,

inhibition of histone deacetylase 4 (HDAC4) (Zhang et al., 2014;
Zhao et al, 2016; Wang et al,, 2017). In addition, our recent
studies and others also indicate that irisin suppressed metabolic
stress in cell models and induced protection were associated with
the activation of AMP-activated protein kinase (AMPK), insulin
signaling pathway and stimulation of p38 mitogen-activated
protein (MAP) kinase (Zhang et al., 2014; Li et al., 2019). It was
found that irisin protected against endothelial injury and
ameliorated atherosclerosis in apoE "~ diabetic mice, suggesting
that irisin is considered as an approach for therapy for
atherosclerotic vascular diseases in diabetes (Lu et al., 2015).
Also, a decreased peripheral and vitreous irisin levels were found
in type 2 diabetes patients (Hu et al., 2016). Irisin was shown to
be abundantly presented in the muscle, pituitary of adult
myocardium (Li et al., 2015). Irisin also regulated the neurons
in the control of the cardiac vagal tone by modulating central
cardiovascular regulation (Brailoiu et al., 2015). It is important to
determine whether irisin could generate a protective effect
against cardiac dysfunction and remodeling in diabetic model,
which could be developed as a novel treatment for diabetic
cardiomyopathy and metabolic disease.

In this study, we employed an homozygous db/db and
heterozygous mice in vivo to determine 1) if irisin treatment
could increase the resistance of the mice to development of
myocardial dysfunction and remodeling; 2) Whether irisin
treatment prevents cardiac remodeling and attenuate insulin
resistance; 3)Whether irisin-induced physiological function is
associated with p38 mitogen-activated protein kinase (MAPK)
and HDAC4 in db/db mice. Our findings suggest that irisin
produced a protective effect against development of cardiac
dysfunction in db/db mice as demonstrated by the preserving
cardiac function and reducing interstitial fibrosis in association
with the suppression of insulin intolerance, which is related to p38
phosphorylation and attenuated HDAC4
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METHODS AND MATERIALS

Animals

Four-week old homozygous db/db mice for spontaneous
mutation (Lepr”’) and heterozygous male mice for control
were obtained from Jackson Laboratory (Bar Harbor, Maine),
respectively. Animals were housed in accordance with standard
animal care requirements and maintained on a 12/12 h light-
dark cycle in Central Animal Facility. Water and food were given
ad libitum. The studies for all animal experiments were
conducted according to a protocol approved by the
Institutional Animal Care and Use Committee of Roger
Williams Medical Center, which conforms to the Guide for the
Care and Use of Laboratory Animals published by the US
National Institutes of Health (NIH Publication No. 85-23,
revised 1996).

Reagents and Antibodies

Recombinant mouse irisin was purchased from Cayman
Chemical (Michigan, USA). All other chemicals were obtained
from Sigma-Aldrich (St. Louis, MO). Primary antibodies
including polyclonal wheat germ agglutinin (WGA, FITC-
conjugated) was obtained from Sigma-Aldrich (St. Louis, MO).
Goat anti-Rat secondary antibody (Alexa Fluor® 555 conjugate)
was purchased from (Life Technologies, Carlsbad, CA). Human
insulin was obtained from the pharmacy of Roger William
Medical Center (Providence, RI).

Experimental Protocol and Irisin Treatment
In order to assess the effect of irisin on attenuating the
progressive cardiac dysfunction in homozygous mice, both
homozygous db/db mice for spontaneous mutation (Lepr™)
and heterozygous mice for control were subjected to receiving
either irisin treatment or vehicle. As shown in Figure 1, both
homozygous and heterozygous controls received a treatment
with either irisin at a dose of 100 mg/kg via intraperitoneal
injection every other day or vehicle control (PBS) for 4 weeks
at sixteen-week old of age. The dose of irisin treatment was based
on our previous study in which irisin showed a protective
effect against myocardial ischemia and reperfusion injury
(Wang et al., 2017). Assessment of cardiac function and

metabolic parameters were conducted in the course
of experiment.

The Measurement of the Glucose
Tolerance Tests (GTT) and Insulin
Resistance Test (ITT)

Homozygous db/db mice for spontaneous mutation (Lepr™’) and
heterozygous mice for control were fasted for 4 h, and then
baseline glucose concentrations were assessed using an Accu-
Chek Compact Plus glucometer (Roche Diagnostics,
Indianapolis, IN) from tail blood. Mice were then injected
(intraperitoneally, i.p) with 1 mg/g glucose. Blood glucose was
determined at 15, 30, 60, 120, and 240 min following i.p.
injection of glucose. Total serum fasting glucose from tail
blood were also detected with a CardioChek PA system (PTS
Diagnostics, Indianapolis, IN) under the manufacturer’s
instructions. Detailed methodology was described as the
previous protocol with a minor modification (Chen et al,
2015; Zhang et al., 2017). Insulin level in serum was
determined using a standard curve obtained from the
standards provided by the kit. Serum insulin was assessed
using a Triglyceride Colorimetric Assay Kit from Cayman
Chemical (Ann Arbor, MI) according to the manufacturer’s
instructions (Zhang et al., 2017).

Cardiac Functional Measurements

Echocardiographic measurement of cardiac function was
performed by using an Acuson Sequoia C512 system equipped
with a 1518 linear array transducer. Mice were anesthetized with
isoflurane (5%) that was mixed with oxygen through a nose cone,
and then placed in supine position on a warming pad to maintain
boy temperature. The precordial region was applied with
ultrasound transmission gel (Aquasonic, Parker Laboratory,
Fairfield, NJ) following air removal. Short axis measurements
were employed to capture two-dimensional B-mode images and
M-mode tracing at the level of the papillary muscles. The
measurement was taken at 25 mm signal depth. Three to six
consecutive cardiac cycles were collected from the measurement of
M-mode tracings on accompanying software. All measurements

Homo: db/db

*Irisin
(100 mg/kg, i.p)

Experimental protocol

Measurement
of cardiac function,

v

: Insulin resistance

Hetero: Con

(n=5/per group)

4-weeks
! (every other day)

! and metabolic parameters,

Histological analysis
of hypertrophy

FIGURE 1 | Schemas of animal experimentation in homozygous db/db mice for spontaneous mutation (Lepr™) and heterozygous mice. Echo: echocardiography;
Detailed descriptions of the experiments are listed in the section of methods (heterozygous control=5; heterozygous-+irisin=5; homozygous db/db control=5.
homozygous db/db+irisin=5); Hetero, heterozygous mice; Homo, homozygous mice.
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were conducted by an experienced operator blinded to mouse
strains and treatments (Zhang et al., 2014; Du et al., 2016).

Immunohistochemistry

The protocol of immune histological analysis was conducted
with the minor modification as described briefly. Paraffin-
embedded tissues were used to determine cell surface area. De-
paraffin slides were probed with wheat germ agglutinin (WGA,
FITC-conjugated) at 4°C, and then was counterstained with 4/,
6-Diamidino-2-phenylindole (DAPI) to stain nuclei. at room
temperature for 1 h. Images was acquired using a Carl Zeiss LSM
700 laser scanning microscope equipped with intuitive ZEN 2009
software. Five to 10 randomly selected fields were selected for
quantifications using NIH Image] software (NIH, version 1.40 g,
http://rsb.info.nih.gov/ij/). To evaluate interstitial myocardial
fibrosis, left ventricular sections were stained with picrosirius
red that was quantitated in images obtained using a microscope
coupled to a computerized morphometry system (Olympus
BX41). Myocardial collagen content was expressed as a
percentage of cardiac area in the image. The size of white fat
tissues was also determined using standard H&E staining. The
cross-sectional areas of adipocyte white cells were measured
from 200 to 250 sample size (Zhang et al., 2012).

Western Blotting

Protein contents were measured by western blotting using tissue
lysates (50 ug/lane) as described previously (Zhao et al., 2016).
B-actin protein was included as the loading control.
Immunoblots were visualized with the chemiluminescence
reagent (Super Signal West Pico ECL, Thermo-Fisher
Scientific). Polyclonal rabbit phospho-p38, total p38, and
HDAC4 primary antibodies (Cell Signaling Technology) at the
concentration (1:1,000) were probed to assess the protein levels
of myocardium, respectively. Densitometric analysis for the blots
were done using NIH Image J processing program.

Statistical Analysis

The results are expressed as means + SE. Difference among the
groups were analyzed by two-way analysis of variance
(ANOVA), followed by post hoc Bonferroni correction.
Statistical differences were considered to be significant with a
value of p<0.05.

RESULTS

Irisin Attenuates Hypercholesterolemia
and Obesity in Homozygous db/db Mice
for Spontaneous Mutation (Lepr®®)
Homozygous db/db mice for spontaneous mutation (Lepr™) and
heterozygous mice for control were exposed to standard food
conditions. As shown in Figure 2A, the body weight of mice was
significantly increased in the homozygous db/db after 4 weeks, as
compared to heterozygous mice. This phenotypic change in body

weight from homozygous db/db indicates the development of
obesity (Figure 2A). However, the increase in the body weights
of homozygous db/db group was slightly prevented by treatment
of the mice with irisin. As shown in Figures 2B, C, individual
organs including liver, kidney also demonstrated the increase in
homozygous db/db mice, but the magnitude of these increases
was also partially prevented by administration of irisin. Notably,
the subcutaneous adipose was remarkably reduced by
administration of irisin.

Irisin Restores Induced Left Ventricular
Dysfunction in Homozygous db/db Mice
Echocardiographic assessment was performed to measure LV
function in tested mice. As shown in Figures 3A-C, homozygous
db/db mice exhibited a depression in myocardial function, as
indicated by the dramatic reduction in fractional shortening (FS)
(58.2%+ 1.4 in heterozygous control vs 42.4% + 1.8 in
homozygous db/db control) and ejection fraction (EF) (91.9%
+ 0.4 vs 79.2% + 2.0 in homozygous db/db control as compared
with heterozygous mice, p<0.001). Likewise, homozygous db/db
mice also displayed an increased left ventricular internal
dimension (LVID) in systolic and diastolic stages versus
heterozygous mice (Figures 3D, E) (LVID:s, 0.16 + 0.001 mm
in heterozygous control vs.0.24 + 0.01 mm in homozygous db/db
control p<0.001). However, the cardiac dysfunction in EF (79.2%
+ 2.0 homozygous db/db control vs. 88.6% + 1.9 in homozygous
db/db+irisin, p<0.01), FS (42.2% =+ 1.8 in homozygous db/db
control vs. 53.2% #+ 2.7 in homo db/db+irisin, p<0.01), and
LVID:s, (0.24 + 0.01 mm in homo db/db control vs 0.17 + 0.02
mm in homo db/db+irisin, p<0.01) in homozygous db/db mice
was prevented by the administration of irisin. Wall thickness
(LVPWD) slightly decreased in homozygous db/db mice
following irisin treatment (Figures 3F, G) (0.095 + 0.004 mm
in homozygous db/db control vs 0.087 + 0.006 mm in
homozygous db/db +irisin, p>0.05). In addition, the heart rates
were not affected by administration of irisin among homozygous
db/db and heterozygous mice.

Irisin Attenuates Homozygous db/db
Induced Glucose Intolerance

To determine whether irisin could mitigate whole body insulin
sensitivity related to the development of metabolic disorder in
homozygous db/db mice, insulin tolerance test was performed.
As shown in Figure 4A, heterozygous mice displayed a normal
glucose response as shown by insulin tolerance tests, as indicated
by ITT, while homozygous db/db mice displayed insulin
intolerance (p<0.05 vs heterozygous control at 15, 30, and 60
(min) of time course. Irisin corrected the insulin intolerance in
homozygous db/db mice (p<0.05 vs homozygous db/db control).
In addition, the glucose tolerance test was employed to assess
insulin sensitivity, as shown in Figure 4B. Homozygous db/db
mice displayed a severe glucose intolerance as compared to
heterozygous control mice (p<0.01 vs heterozygous control at
15, 30, 60, and 120 min of time course). However, treatment of
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homozygous db/db mice with irisin attenuated glucose
intolerance as compared with the control treatment (p<0.05 vs
homozygous db/db control at 15, 60, and 120 min of time
course). As shown in Figure 4C, hyperglycemia was
manifested in homozygous db/db animals. Irisin treatment
caused a dramatic decrease in hyperglycemia in homozygous

A
100
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3 40
>
o
8 20
" Baseline 4 8 12 16
(weeks)  :lrisin
(n=5/per group)
B Liver Kidney
8
* %k K H Hetero Control
— 6] —— B Hetero +lrisin o5
:’U) H Homo db/db £
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g ***p<0.001 2
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ch &
S 04 5
z z
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- 2
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2 =
2 3
3
Body weight
* 3k %
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2 60
x
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0
FIGURE 2 | Irisin treatment on body weight in spontaneous mutation (Lepr®) obese mice. (A): Body weights in the course of 4 week of irisin treatment; (B, C):
Individual organ change in homozygous db/db mice and heterozygous mice at the end of experiments. Data are shown as means + SEM. (heterozygous control=5;
heterozygous-+irisin=5; homozygous db/db control=5. homozygous db/db+irisin=5), ***p < 0.001 vs heterozygous control and heterozygous-+irisin.

db/db mice (p<0.05 vs homozygous db/db control). Likewise, as
shown in Figure 4D, hyperinsulinemia was also exhibited in
homozygous db/db animals as compared to heterozygous mice
(serum insulin: 0.81 + 0.065 ng/ml in heterozygous control vs.
8.33 + 0.69 ng/ml in homozygous db/db control, p<0.0001), but
irisin treatment also resulted in a marked decrease in serum
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FIGURE 3 | Irisin treatment improved impaired left ventricular function in homozygous db/db mice for spontaneous mutation (Lepr™) mice. Echocardiographic
measurements of ventricular functional parameters includes (A): Fractional Shortening (FS) (B): Ejection Fraction (EF); (C): Representative image of M-mode; (D). Left
Ventricular Internal Dimension in Diastole (LVID;d); (E): Left Ventricular Internal Dimension in Systole (LVID;s); (F, G): Left ventricular posterior wall (LVPW;s and LVPW;
d); (H): heart rate (HR). Data are shown as means + SEM (heterozygous control=5; heterozygous-+irisin=5; homozygous db/db control=5. homozygous db/db

insulin (serum insulin 8.32 * 0.68 ng/ml in homozygous db/db
control vs 6.56 + 0.38 ng/ml in homozygous db/db irisin
treatment, p<0.01 vs homozygous db/db control).

Irisin Attenuated Cardiac Hypertrophy in
Homozygous db/db Mice

Homozygous db/db mice demonstrated an increased hypertrophic
response as compared to heterozygous mice (0.182 + 0.0068 in
heterozygous control vs 0.400 + 0.03 g in homozygous db/db
control, p< 0.001). Treatment with irisin significantly reduced
heart weight as compared to control treatment (0.297 + 0.02 g in
homozygous db/db +irisin vs 0.400 + 0.03 in homozygous db/db
control, p<0.05) (Figures 5A, B). Wheat germ agglutinin staining
and H&E staining were employed to measure cardiomyocyte size.

The homozygous db/db group had an increase in cross-sectional
cardiomyocyte size versus heterozygous mice (207.09 + 11.02 pm®
in heterozygous control vs 313.11 + 16.53 um” in homozygous db/
db control, p<0.001). However, the cross-sectional cardiomyocyte
size and heart weight were reduced in homozygous db/db mice
receiving irisin as compared with homozygous db/db mice alone
(313.11 + 16.53 um* in homozygous db/db control vs 253.88 + 7.08
um’, p<0.05) (Figures 5C, D). The collagen content was remarkedly
augmented in myocardium from homozygous db/db mice as
compared to heterozygous control mice (1.89% * 0.09 in
heterozygous control vs 5.39% + 0.226 in homozygous db/db
control, p<0.001) (Figures 6A, B). However, treatment of
homozygous db/db mice with irisin lead to a significant
suppression of interstitial collagen as compared with the vehicle
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FIGURE 4 | Irisin treatment attenuates insulin resistance in homozygous db/db mice for spontaneous mutation (Lepr™) obese mice. (A): Insulin tolerance
testhomozygous db/db mice for spontaneous mutation (Lepr®®) and heterozygous mice after 16 weeks. (B): Glucose tolerance test in homozygous db/db mice for
spontaneous mutation (Lepr®) and heterozygous mice after 16 weeks. (C): Irisin attenuating hyperglycemia in homozygous db/db mice. *p < 0.05, **p < 0.01 vs
vehicle treatment of homozygous db/db mice (n=5/per group). **p < 0.01 vs Hetero control or Hetero+irisin. (D): Irisin attenuating hyperinsulinemia in homozygous
db/db mice. *p < 0.01, “**p < 0.0001 (heterozygous control=5; heterozygous+irisin=5; homozygous db/db control=5. homozygous db/db+irisin=4).

control treatment of homozygous db/db mice (5.39% + 0.226 in
homozygous db/db control vs 3.17% + 0.07 in homozygous db/db +
irisin, p<0.001) (Figures 6A, B).

Irisin Suppressed the Hypertrophic
Response in Adipocytes in

Homozygous Mice

Adipocyte size was also estimated by H&E staining. As shown in
Figures 7A, B, as compared to the heterozygous control group,
homozygous db/db mice manifested an enlargement of adipocyte
size (282.9 + 8.34 um” in heterozygous control vs. 543.9 + 21.2
um? in homozygous db/db control, p<0.001). However,
treatment of db/db mice with irisin led to a remarkable
reduction in adipocyte size as compared to the homozygous
db/db mice vehicle treated group (543.9 + 21.2 pm® in
homozygous db/db control vs 444.4 + 14.8 pm® in
homozygous db/db +irisin, p<0.01), suggesting that irisin
treatment resulted in a significant attenuation in the
hypertrophic response in adipocytes.

Irisin Treatments Activate Signaling
Pathway

We determine whether irisin treatment could induce the
activation of p38, a downstream substrate of irisin. As
demonstrated in Figure 8A, irisin treatment increased the
phosphorylated p38 levels of myocardium from heterozygous
mice. Homozygous myocardium showed decreased p38
phosphorylation as compared to the heterozygous heart.
However, irisin treatment resulted in a marginal increase in

p38 phosphorylation. In addition, it was reported that HDAC4
specifically responded to irisin in cardiomyoblasts exposed to
hypoxia/reoxygenation. As shown in Figure 8B, the homozygous
myocardium showed abundant HDAC4 proteins as compared to
the heterozygous heart; treatment of mice with irisin caused the
attenuation of HDAC4 in the myocardium in both heterozygous
(p<0.001 vs heterozygous control) and homozygous mice
(p<0.001 vs homozygous db/db control).

DISCUSSION

Salient Findings and Perspectives

To the best of our acknowledge, this study is the first illustration
that irisin protected the myocardium against cardiac dysfunction
and by improving cardiac performance in homozygous db/db
mice. Furthermore, irisin attenuated cardiac hypertrophy as
indicated by the reduction of cardiomyocyte size and
suppression of myocardial interstitial fibrosis in db/db mice.
Likewise, irisin treatment mitigated hypertrophic responses in
adipocytes homozygous db/db. Notably, the irisin treatment
caused a remarkable improvement in insulin resistance as
indicated by insulin tolerance test and glucose tolerance in
association with the attenuation of hyperglycemia and
hyperinsulinemia. We have also demonstrated that irisin-
induced protective effect in homozygous db/db mice is related
to p38 activation and reduction of HDAC4. Taken together,
irisin preserved heart function, suppress cardiac remodeling, and
attenuate metabolic disorders in homozygous db/db mice.
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Irisin, as a recently identified hormone, is generated by the
proteolytic processing of FNDC5 (Huh et al., 2012; Polyzos et al.,
2014), abundantly existed in skeletal muscle, pericardium, heart,
and brain (Wrann et al., 2013). The molecular basis of FNDC5
consists of a 209-residue protein with an N-terminal 29-residue
signal sequence, which is followed by a putative fibronectin IIT
(FNIII) 2 domain, a linking peptide, as well as a 39-residue
cytoplasmic segment (Ferrer-Martinez et al., 2002; Raschke et al.,
2013), which serves as a myokine by binding to a recently
identified receptor (Schumacher et al., 2013).
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scale bar =50 ym
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Irisin s + - *
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FIGURE 5 | Effect of irisin attenuates the structural remodeling in homozygous db/db mice for spontaneous mutation (Lepr®®) mice-. (A, B). Representative images
of wheat germ agglutinin (WGA) staining. (C): Quantitative analysis of myocyte cross-sectional area (heterozygous control=5; heterozygous-+irisin=5; homozygous db/
db control=5. homozygous db/db+irisin=4). (D). The heart weight among different groups; Scale bar: 50 um. Data are shown as means + SEM. *p < 0.05,
***p < 0.001.

Our recent studies indicated that treatment of mice with irisin
reduced myocardial infarct size and increased post-ischemic cardiac
performance (Wang et al, 2017), suggesting that irisin develops
myocardial protection against ischemic injury. It was observed that
irisin attenuated apoptotic proteins in ischemic heart, which also
suggest that anti-apoptosis plays an important role for irisin-
induced protective effect, which was also associated with increased
anti-oxidant function (Tamura et al., 1988; Wang et al., 2017) In this
observation, we have found that irisin treatment rescued
homozygous db/db mice from developing a severer myocardial
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FIGURE 6 | Irisin treatment suppressed interstitial fibrosis in the heart of homozygous db/db mice. (A): Representative images of picrosirius red staining (scale bar:
50 um). (B). Quantitative analysis of myocardial interstitial collagen deposition (heterozygous control=5; heterozygous+irisin=5; homozygous db/db control=5.
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FIGURE 7 | Irisin treatment suppressed hypertrophy of adipocytes in homozygous db/db mice. (A): Representative images of HE staining; (B): quantitative analysis
of adipocyte sizes (heterozygous control=5; heterozygous-+irisin=5; homozygous db/db control=5. homozygous db/db-+irisin=5). Scale bar: 50 um. Values are shown
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dysfunction as compared to control treatment. The improved
myocardial function induced by irisin was illustrated in
homozygous db/db heart, however, specific signaling pathway
responsible for functional improvements homozygous db/db
myocardium remains determined following the administration of
irisin. It has been demonstrated that systemic insulin resistance and
metabolic disorders accelerated the progression of cardiac

dysfunction in the development of heart failure (Zhang et al,
2017). Consistent with these observations, our study indicates that
irisin treatment significantly improved systemic insulin resistance
and mitigated the extent of hyperglycemia and hyperinsulinemia,
which is associated with cardiac dysfunction. There are several
experimental diabetic models for studying the mechanism(s) and
pathological phenotype associated with diabetes, but each model
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FIGURE 8 | Irisin treatment increased p38 phosphorylation and attenuated the HDAC4 protein levels in the myocardium of homozygous db/db mice. (A): The
cardiac lysates were assessed by western blotting using anti-phosphorylated p38 and total p38 antibodies. Bar graph (lower panel) represents the densitometric
analysis of phosphorylated p38, Values are shown as mean + SEM (n = 3/per group). (B): The cardiac lysates were assessed by western blotting using anti-HDAC4
and B-actin. Bar graph (lower panel) represents the densitometric analysis of HDAC4, Values are shown as mean + SEM (heterozygous control=3; heterozygous
+irisin=3; homozygous db/db control=3. homozygous db/db+irisin=3); **p < 0.001.

displays certain limitations, and no perfect model could phenocopy
the condition of diabetes in humans. We used the high fat diet
(HFD)-diet induced type II diabetic model in our previous study,
which has a unique advantage for studying diet induced obesity,
insulin resistance, and diabetes. Relative to the diet induced diabetic
model, we included db/db mice that are deficient in the leptin
receptor. This model is characterized by the development of severe
type 2 diabetes very rapidly in association with early
hyperinsulinemia, metabolic disorder, and pronounced
myocardial disfunction (Bugger and Abel, 2009). Although the
current study demonstrates the marked protective effects of irisin
on a db/db diabetic model, it is not clear whether irisin could
manifest a different function and phenotype between db/db mice
and high fat diet-induced type II diabetic models. We have found
that irisin could induce the protection in myoblasts in association
with histone deacetylase (Zhao et al., 2016). Our previous works
indicated that HDAC inhibition resulted in cardioprotective effects
against cellular and cardiac ischemic and reperfusion injuries and
hypertrophic response (Gallo et al., 2008; Zhang et al., 2012; Du
et al, 2015). Very recently, targeting HDAC has been demonstrated
as a promising approach to exploring a new therapy for diabetes
(Newman and Verdin, 2014; Lundh et al., 2015). Inhibition of
HDACs has been demonstrated to increase insulin secretion and
prevent metabolic disorders (Lundh et al., 2015). We have shown
that irisin-induced cardiac repair and angiogenesis following cell
engraftment into damaged heart, which is closely related to the
upregulation of acetylation and attenuation of histone deacetylase
activity. It is likely that irisin-induced cardiac protection in
homozygous db/db mice was due to the inhibition of HDAC

pathway, which merits the further investigation in our
future studies.

Evidence has suggested the functional role of irisin on the
body metabolism and thermogenesis (Spiegelman, 2013; Rachid
etal., 2015). The beneficial effects of irisin on metabolic disorders
are associated with not only the driving of the browning of white
adipose tissue, increasing the energy expenditure, but also
suppressing inflammatory response and oxidative stress
(Polyzos et al., 2014; Dulian et al,, 2015; Lu et al.,, 2015; Zhu
et al, 2015). This is in agreement with our observation that
insulin intolerance was promoted in homozygous db/db mice
during the course of progression into the heart dysfunction,
which was prevented by the administration of irisin as compared
to the control treatment. We have also found that HDAC
inhibition mitigated insulin resistance in the HFD-induced
diabetes model in our previous observation (Zhang et al,
2017). It is not clear whether improvement in insulin
sensitivity in homozygous db/db mice shares a similar
mechanism that occurred in HFD model, or hypertrophic
response in muscles and adipocytes in homozygous db/db,
which was suppressed by irisin treatment as compared to
control treatment. We have previously found that HDAC4 was
attenuated following irisin treatments in cardiomyoblasts
exposed to hypoxia/reoxygenation (Zhao et al, 2016). In
agreement with observation, this study showed that abundant
HDACH4 protein exhibited in the myocardium of homozygous
db/db mice, but irisin treatment caused a dramatic decrease in
HDAC4 in the myocardium, indicating that suppression of
HDAC4 might be associated with the protective effect of irisin
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against cardiac dysfunction in homozygous db/db mice. It is
interesting in the future to employ cultured cells to examine
whether the manipulation of HDAC4 activity could also be
involved in irisin-induced cellular protection. Furthermore,
p38 activation was considered to be important pathway by
which irisin execute to achieve biological function (Zhang
et al., 2014). Our finding indicates that p38 phosphorylation
was attenuated in myocardium of homozygous mice, but irisin
led to the increase in p38 phosphorylation, suggesting that p38
phosphorylation is involved in irisin-induced protective effects.

In conclusion, this study has demonstrated that irisin preserves
cardiac performance of homozygous db/db mice as compared to
vehicle treatment, as indicated by improving cardiac function
during the development of cardiac dysfunction. In addition,
myocardial protection of irisin in homozygous db/db mice was
closely related to attenuation of cardiac hypertrophy and interstitial
fibrosis. Notably, insulin resistance, hyperglycemia, and
hyperinsulinemia as demonstrated in homozygous db/db mice
were significantly suppressed by administration of irisin. It is also
demonstrated that irisin-induced the protective effect is related to
activation of p38 and reduction of HDAC4. Taken together, our
study illustrates that irisin serves as a novel approach to inducing
protective effect against myocardial dysfunction and insulin
resistance in genetic diabetic model, which holds promise in
developing a new therapeutic strategy in cardiac protection,
diabetes, and obesity.

REFERENCES

Abel, E. D. (2010). Free fatty acid oxidation in insulin resistance and obesity. Heart
Metab. 48, 5-10.

Battiprolu, P. K, Gillette, T. G., Wang, Z. V., Lavandero, S., and Hill, J. A. (2010).
Diabetic cardiomyopathy: mechanisms and therapeutic targets. Drug Discovery
Today Dis. Mech. 7 (2), e135-e143. doi: 10.1016/j.ddmec.2010.08.001

Bostréom, P., Wu, J., Jedrychowski, M. P., Korde, A., Ye, L., Lo, J. C,, et al.
(2012). A PGCl-o-dependent myokine that drives brown-fat-like
development of white fat and thermogenesis. Nature 481 (7382), 463—
468. doi: 10.1038/naturel0777

Brailoiu, E., Deliu, E., Sporici, R. A., and Brailoiu, G. C. (2015). Irisin evokes
bradycardia by activating cardiac-projecting neurons of nucleus ambiguus.
Physiol. Rep. 3 (6), e12419. doi: 10.14814/phy2.12419

Bugger, H., and Abel, E. D. (2009). Rodent models of diabetic cardiomyopathy.
Dis. Model Mech. 2 (9-10), 454-466. doi: 10.1242/dmm.001941

Chen, Y. F, Du, J. F, Zhao, Y. T., Zhang, L., Lv, G. R,, Zhuang, S., et al. (2015).
Histone Deacetylase (HDAC) Inhibition Improves Myocardial Function and
Prevents Cardiac Remodeling in Diabetic Mice. Cardiovasc. Diabetol 14, 99.
doi: 10.1186/512933-015-0262-8

Du, J., Zhang, L., Zhuang, S., Qin, G. J., and Zhao, T. C. (2015). HDAC4
degradation mediates HDAC inhibition-induced protective effects against
hypoxia/reoxygenation injury. J. Cell Physiol. 230 (6), 1321-1331. doi:
10.1002/jcp.24871

Du, J., Zhang, L., Wang, Z., Yano, N., Zhao, Y. T., Wei, L., et al. (2016). Exendin-4
induces myocardial protection through MKK3 and Akt-1 in infarcted hearts.
Am. ]. Physiol. Cell Physiol. 310, C270-C283. doi: 10.1152/ajpcell.00194.2015

Dulian, K., Laskowski, R., Grzywacz, T., Kujach, S., Flis, D. J., Smaruj, M., et al.
(2015). The whole body cryostimulation modifies irisin concentration and
reduces inflammation in middle aged, obese men. Cryobiology 71 (3), 398-404.
doi: 10.1016/j.cryobiol.2015.10.143

DATA AVAILABILITY STATEMENT

All datasets generated for this study are included in the article/
supplementary material.

ETHICS STATEMENT

The animal study was reviewed and approved by Roger William
Medical Center.

AUTHOR CONTRIBUTIONS

JW, YZ, and LZ performed experiments and statistical analysis
about ventricular function, metabolic measurement, and western
blot. TZ, PD, YC, and GQ designed experiment. TZ, SZha, and
SZhu wrote and edited manuscript.

FUNDING

The study is supported by the National Institutes of Health
(NHLBI) (R01 HL089405 and R01 HL115265).

Ferrer-Martinez, A., Ruiz-Lozano, P., and Chien, K. R. (2002). Mouse PeP: a novel
peroxisomal protein linked to myoblast differentiation and development. Dev.
Dyn. 224 (2), 154-167. doi: 10.1002/dvdy.10099

Gallo, P., Latronico, M. V., Gallo, P., Grimaldi, S., Borgia, F., Todaro, M., et al.
(2008). Inhibition of class I histone deacetylase with an apicidin derivative
prevents cardiac hypertrophy and failure. Cardiovasc. Res. 80, 416-424. doi:
10.1093/cvr/cvn215

Hu, W., Wang, R, Li, ], Zhang, J., and Wang, W. (2016). Association of irisin
concentrations with the presence of diabetic nephropathy and retinopathy.
Ann. Clin. Biochem. 53 (Pt 1), 67-74. doi: 10.1177/0004563215582072

Huh, J. Y., Panagiotou, G., Mougios, V., Brinkoetter, M., Vamvini, M. T,
Schneider, B. E., et al. (2012). FNDCS5 and irisin in humans: 1. Predictors of
circulating concentrations in serum and plasma and II. mRNA expression and
circulating concentrations in response to weight loss and exercise. Metabolism
61 (12), 1725-1738. doi: 10.1016/j.metabol.2012.09.002

Jeremic, N., Chatuverdi, P., and Tyagi, S. C. (2017). Browning of White Fat: Novel
Insight into Factors, Mechanisms and Therapeutics. J. Cell Physiol. 232 (1), 61-
68. doi: 10.1002/jcp.25450

Kannel, W. B., Hjortland, M., and Castelli, W. P. (1974). Role of diabetes in
congestive heart failure: the Framingham study. Am. J. Cardiol. 34, 29-34. doi:
10.1016/0002-9149(74)90089-7

Li, X, Fang, W., Hu, Y., Wang, Y., and Li, J. (2015). Characterization of fibronectin
type III domain-containing protein 5 (FNDC5) gene in chickens: Cloning,
tissue expression, and regulation of its expression in the muscle by fasting and
cold exposure. Gene 570 (2), 221-229. doi: 10.1016/j.gene.2015.06.022

Li, Q. X, Jia, S. H,, Xu, L., Li, B, and Chen, N. (2019). Metformin-induced
Autophagy and Irisin Improves INS-1 Cell Function and Survival in High-
Glucose Environment via AMPK/SIRT1/PGC-1c. Signal Pathway. Food Sci.
Nutr. Actions 7 (5), 1695-1703. doi: 10.1002/fsn3.1006

Lu, J., Xiang, G., Liu, M., Mei, W., Xiang, L., and Dong, J. (2015). Irisin protects
against endothelial injury and ameliorates atherosclerosis in apolipoprotein E-

Frontiers in Pharmacology | www.frontiersin.org

June 2020 | Volume 11 | Article 769


https://doi.org/10.1016/j.ddmec.2010.08.001
https://doi.org/10.1038/nature10777
https://doi.org/10.14814/phy2.12419
https://doi.org/10.1242/dmm.001941
https://doi.org/10.1186/s12933-015-0262-8
https://doi.org/10.1002/jcp.24871
https://doi.org/10.1152/ajpcell.00194.2015
https://doi.org/10.1016/j.cryobiol.2015.10.143
https://doi.org/10.1002/dvdy.10099
https://doi.org/10.1093/cvr/cvn215
https://doi.org/10.1177/0004563215582072
https://doi.org/10.1016/j.metabol.2012.09.002
https://doi.org/10.1002/jcp.25450
https://doi.org/10.1016/0002-9149(74)90089-7
https://doi.org/10.1016/j.gene.2015.06.022
https://doi.org/10.1002/fsn3.1006
https://www.frontiersin.org/journals/pharmacology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/pharmacology#articles

Wang et al.

Irisin Promoted Cardiac Function

Null diabetic mice. Atherosclerosis 243 (2), 438-448. doi: 10.1016/
j.atherosclerosis.2015.10.020

Lundh, M., Galbo, T., Poulsen, S. S., and Mandrup-Poulsen, T. (2015).
Histone deacetylase 3 inhibition improves glycaemia and insulin
secretion in obese diabetic rats. Diabetes Obes. Metab. 17, 703-707. doi:
10.1111/dom.12470

Newman, J. C., and Verdin, E. (2014). B-hydroxybutyrate: much more than a
metabolite. Diabetes Res. Clin. Pract. 106, 173-181. doi: 10.1016/
j.diabres.2014.08.009

Park, M. J., Kim, D. L, Choi, J. H., Heo, Y. R,, and Park, S. H. (2015). New role of
irisin in hepatocytes: The protective effect of hepatic steatosis in vitro. Cell
Signal. 27 (9), 1831-1839. doi: 10.1016/j.cellsig.2015.04.010

Polyzos, S. A., Kountouras, J., Anastasilakis, A. D., Geladari, E. V., and Mantzoros,
C. S. (2014). Irisin in patients with nonalcoholic fatty liver disease. Metabolism
63 (2), 207-217. doi: 10.1016/j.metabol.2013.09.013

Rachid, T. L., Penna-de-Carvalho, A., Bringhenti, I, Aguila, M. B., Mandarim-de-
Lacerda, C. A., and Souza-Mello, V. (2015). Fenofibrate (PPARalpha agonist)
induces beige cell formation in subcutaneous white adipose tissue from diet-
induced male obese mice. Mol. Cell Endocrinol. 402, 86-94. doi: 10.1016/
j.mce.2014.12.027

Raschke, S., Elsen, M., Gassenhuber, H., Sommerfeld, M., Schwahn, U,
Brockmann, B., et al. (2013). Evidence against a beneficial effect of irisin in
humans. PloS One 8 (9), €73680. doi: 10.1371/journal.pone.0073680

Rubler, S., Dlugash, J., Yuceoglu, Y. Z., Kumral, T., Branwood, A. W., and Grishman, A.
(1972). New type of cardiomyopathy associated with glomerulosclerosis. Am. J.
Cardiol. 30, 595-602. doi: 10.1016/0002-9149(72)90595-4

Schumacher, M. A., Chinnam, N., Ohashi, T., Shah, R. S., and Erickson, H. P.
(2013). The structure of irisin reveals a novel intersubunit -sheet fibronectin
type III (FNIII) dimer: implications for receptor activation. J. Biol. Chem. 288
(47), 33738-33744. doi: 10.1074/jbc.M113.516641

Spiegelman, B. M. (2013). Banting Lecture 2012: Regulation of adipogenesis:
toward new therapeutics for metabolic disease. Diabetes 62 (6), 1774-1782. doi:
10.2337/db12-1665

Tamura, Y., Chi, L. G., Driscoll, E. M. Jr., Hoff, P. T., Freeman, B. A., Gallagher,
K. P, et al. (1988). Superoxide dismutase conjugated to polyethylene glycol
provides sustained protection against myocardial ischemia/reperfusion injury
in canine heart. Circ. Res. 63 (5), 944-959. doi: 10.1161/01.RES.63.5.944

Wang, H., Zhao, Y. T., Zhang, S., Dubielecka, P. M., Du, ], Yano, N,, et al. (2017).
Irisin plays a pivotal role to protect the heart against ischemia and reperfusion
injury. J. Cell Physiol. 232, 3775-3785. doi: 10.1002/jcp.25857

Witteles, R. M., and Fowler, M. B. (2008). Insulin-resistant cardiomyopathy
clinical evidence, mechanisms, and treatmentoptions. J. Am. Coll. Cardiol. 51
(2), 93-102. doi: 10.1016/j.jacc.2007.10.021

Wrann, C. D., White, J. P., Salogiannnis, J., Laznik-Bogoslavski, D., Wu, J., Ma, D.,
et al. (2013). Exercise induces hippocampal BDNF through a PGC-1a/ENDC5
pathway. Cell Metab. 18 (5), 649-659. doi: 10.1016/j.cmet.2013.09.008

Zhang, L., Du, J. F,, Yano, N,, Wang, H., Zhao, Y. T., Dubielecka, P. M., et al.
(2017). Sodium Butyrate Protects -Against High Fat Diet-Induced Cardiac
Dysfunction and Metabolic Disorders in Type II Diabetic Mice. J. Cell Biochem.
118 (8), 2395-2408. doi: 10.1002/jcb.25902

Zhang, L., Chen, B., Zhao, Y., Dubielecka, P. M., Wei, L., Qin, G. ], et al. (2012).
Inhibition of histone deacetylase-induced myocardial repair is mediated by c-
kit in infarcted hearts. J. Biol. Chem. 287, 39338-39348. doi: 10.1074/
jbe.M112.379115

Zhang, L., Qin, X, Zhao, Y., Fast, L., Zhuang, S., Liu, P., et al. (2012). Inhibition of
histone deacetylases preserves myocardial performance and prevents cardiac
remodeling through stimulation of endogenous angiomyogenesis.
J. Pharmacol. Exp. Ther. 341 (1), 285-293. doi: 10.1124/jpet.111.189910

Zhang, Y., Li, R, Meng, Y., Li, S,, Donelan, W., Zhao, Y., et al. (2014). Irisin
stimulates browning of white adipocytes through mitogen-activated protein
kinase p38 MAP kinase and ERK MAP kinase signaling. Diabetes 63, 514-525.
doi: 10.2337/db13-1106

Zhang, L. X., DeNicola, M., Qin, X,, Du, J., Ma, J., Tina Zhao, Y., et al. (2014).
Specific inhibition of HDAC4 in cardiac progenitor cells enhances myocardial
repairs. Am. J. Physiol. Cell Physiol. 307 (4), C358-C372. doi: 10.1152/
ajpcell.00187.2013

Zhao, Y. T., Wang, H., Zhang, S., Du, J., Zhuang, S., and Zhao, T. C. (2016). Irisin
Ameliorates Hypoxia/Reoxygenation-Induced Injury through Modulation of
Histone Deacetylase 4. PloS One 11 (11), e0166182. doi: 10.1371/
journal.pone.0166182

Zhu, D., Wang, H., Zhang, J., Zhang, X,, Xin, C., Zhang, F., et al. (2015). Irisin
improves endothelial function in type 2 diabetes through reducing oxidative/
nitrative stresses. J. Mol. Cell Cardiol. 87, 138-147. doi: 10.1016/
j.yjmee.2015.07.015

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.

Copyright © 2020 Wang, Zhao, Zhang, Dubielecka, Zhuang, Qin, Chin, Zhang and
Zhao. This is an open-access article distributed under the terms of the Creative
Commons Attribution License (CC BY). The use, distribution or reproduction in other
forums is permitted, provided the original author(s) and the copyright owner(s) are
credited and that the original publication in this journal is cited, in accordance with
accepted academic practice. No use, distribution or reproduction is permitted which
does not comply with these terms.

Frontiers in Pharmacology | www.frontiersin.org

June 2020 | Volume 11 | Article 769


https://doi.org/10.1016/j.atherosclerosis.2015.10.020
https://doi.org/10.1016/j.atherosclerosis.2015.10.020
https://doi.org/10.1111/dom.12470
https://doi.org/10.1016/j.diabres.2014.08.009
https://doi.org/10.1016/j.diabres.2014.08.009
https://doi.org/10.1016/j.cellsig.2015.04.010
https://doi.org/10.1016/j.metabol.2013.09.013
https://doi.org/10.1016/j.mce.2014.12.027
https://doi.org/10.1016/j.mce.2014.12.027
https://doi.org/10.1371/journal.pone.0073680
https://doi.org/10.1016/0002-9149(72)90595-4
https://doi.org/10.1074/jbc.M113.516641
https://doi.org/10.2337/db12-1665
https://doi.org/10.1161/01.RES.63.5.944
https://doi.org/10.1002/jcp.25857
https://doi.org/10.1016/j.jacc.2007.10.021
https://doi.org/10.1016/j.cmet.2013.09.008
https://doi.org/10.1002/jcb.25902
https://doi.org/10.1074/jbc.M112.379115
https://doi.org/10.1074/jbc.M112.379115
https://doi.org/10.1124/jpet.111.189910
https://doi.org/10.2337/db13-1106
https://doi.org/10.1152/ajpcell.00187.2013
https://doi.org/10.1152/ajpcell.00187.2013
https://doi.org/10.1371/journal.pone.0166182
https://doi.org/10.1371/journal.pone.0166182
https://doi.org/10.1016/j.yjmcc.2015.07.015
https://doi.org/10.1016/j.yjmcc.2015.07.015
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/pharmacology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/pharmacology#articles

	Irisin Improves Myocardial Performance and Attenuates Insulin Resistance in Spontaneous Mutation (Leprdb) Mice
	Background
	Methods and Materials
	Animals
	Reagents and Antibodies
	Experimental Protocol and Irisin Treatment
	The Measurement of the Glucose Tolerance Tests (GTT) and Insulin Resistance Test (ITT)
	Cardiac Functional Measurements
	Immunohistochemistry
	Western Blotting
	Statistical Analysis

	Results
	Irisin Attenuates Hypercholesterolemia and Obesity in Homozygous db/db Mice for Spontaneous Mutation (Leprdb)
	Irisin Restores Induced Left Ventricular Dysfunction in Homozygous db/db Mice
	Irisin Attenuates Homozygous db/db Induced Glucose Intolerance
	Irisin Attenuated Cardiac Hypertrophy in Homozygous db/db Mice
	Irisin Suppressed the Hypertrophic Response in Adipocytes in Homozygous Mice
	Irisin Treatments Activate Signaling Pathway

	Discussion
	Salient Findings and Perspectives

	Data Availability Statement
	Ethics Statement 
	Author Contributions
	Funding 
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages false
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 1
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /ENU (T&F settings for black and white printer PDFs 20081208)
  >>
  /ExportLayers /ExportVisibleLayers
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /BleedOffset [
        0
        0
        0
        0
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /ClipComplexRegions true
        /ConvertStrokesToOutlines false
        /ConvertTextToOutlines false
        /GradientResolution 300
        /LineArtTextResolution 1200
        /PresetName ([High Resolution])
        /PresetSelector /HighResolution
        /RasterVectorBalance 1
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks true
      /IncludeHyperlinks true
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MarksOffset 6
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


