Bioscience Reports (2018) 38 BSR20171036 Y
https://doi.org/10.1042/BSR20171036 .. . PORTLAND
°

PRESS

Research Article

Astragaloside IV inhibits ventricular remodeling and
improves fatty acid utilization in rats with chronic
heart failure

Bin Tang'+2, Jin-Guo Zhang', Hong-Yong Tan' and Xi-Qing Wei'
"Department of Cardiology, Affiliated Hospital of Jining Medical University, Jining, Shandong 272000, China; 2Department of Medicine, Shandong University Medical College,

Jinan, Shandong 250100, China

Correspondence: Jin-Guo Zhang (jgzhang-med@126.com)

OPEN a ACCESS

Received: 07 July 2017
Revised: 02 January 2018
Accepted: 04 January 2018

Accepted Manuscript Online:
04 January 2018

Version of Record published:
22 May 2018

Chronic heart failure (CHF) is the end-stage of many cardiovascular diseases and severely
affects the patients’ lifespan. Inhibiting ventricular remodeling is thus a primary treatment
target for CHF patients. Astragaloside IV (AS-1V) can improve cardiac function and pro-
tect myocardial cells. The study aims to investigate the effects of AS-IV on ventricular
remodeling and explore its role in regulating energy metabolism using a rat CHF model.
Sprague-Dawley rats were divided into five groups (n=20 per group): CHF + benazepril hy-
drochloride (Benazepril HCL), CHF + low-dose (30 mg.kg~'.day—") AS-IV, CHF + high-dose
(60 mg.kg~".day—") AS-1V, and a sham control group. After 8 weeks of treatment, the car-
diac structure and functional parameters were measured. Morphological changes in the
myocardial tissue in five groups were evaluated. Protein and mRNA expression of perox-
isome proliferator-activated receptor « (PPAR«), medium-chain acyl-CoA dehydrogenase
(MCAD), and muscle carnitine palmitoyl transferase-1 (MCPT1) were also analyzed. Our re-
sults showed that the left ventricular mass index (LVMI), collagen volume fraction (CVF), and
free fatty acid (FFA) concentration of CHF group rats increased when compared with sham
control group, while the protein and mRNA expressions of PPARx, MCAD, and MCPT1 de-
creased in CHF. Importantly, treatment with AS-IV (CHF + AS-IV group) showed improved
heart function and structure, increased expression of PPARx, MCAD, and MCPT1 and im-
proved FFA utilization in comparison with CHF group. In conclusion, our study shows that
AS-IV inhibits ventricular remodeling, improves cardiac function, and decreases FFA con-
centration of CHF model rats. Our findings suggest a therapeutic potential of using AS-1V in
CHFE.

Introduction
Chronic heart failure (CHF), which severely affects the patients’ lifespan and quality of life, is the end-stage
of many cardiovascular diseases and is a major public health problem [1-3]. According to epidemiological
data, there are more than 5.8 million CHF patients in America and over 23 million CHF patients world-
wide [4,5]. A 5- and 10-year survival rate of CHF patients is estimated to be 50 and 10%, respectively, and
is even lower in developing countries [6,7]. Ventricular remodeling, including ventricular wall thicken-
ing, ventricle dilation, and collagen fiber proliferation, is an important pathological feature of CHF and
contributes to ventricular dysfunction, and increase in oxygen consumption, and even cardiac death [8,9].
Inhibiting ventricular remodeling is thus a primary treatment target for CHF patients and a large number
of studies have been carried out to achieve this objective [10].

Astragaloside IV (AS-IV) is an extract from the traditional Chinese medicinal plant Astragalus and has
many pharmacological functions. AS-IV improves cardiac function, protects myocardial cells, amongst
its other cardiovascular protective effects [11]. Many drugs containing AS-IV have been widely used in
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clinics for the treatment of cardiovascular diseases including coronary heart disease and heart failure, but the mech-
anism of its action remains unclear. Some studies have suggested that the protective effects of AS-IV on cardiac
hypertrophy are associated with the regulation of cardiac-related signaling pathways [12-14]. In addition, AS-IV
has been shown to reduce the number of apoptotic myocytes in rats [15]. AS-IV protects against ischemia and is-
chemia/reperfusion injury by initiating energy metabolism [16]. AS-IV also attenuates lipopolysaccharide-induced
cardiac dysfunction by down-regulating inflammatory signaling in mice [17].

In the failing heart, cardiac function impairment is associated with alterations in energy substrate metabolism [18].
It has been previously elucidated that energy substrate of the hypertrophic myocardial cell shifts from free fatty acid
(FFA) to glucose due to up- or down-regulation of mRNA and enzymes involved in energy substrate metabolism
[19,20]. The key enzymes involved in FFA oxidation are medium-chain acyl-CoA dehydrogenase (MCAD) and mus-
cle carnitine palmitoyl transferase-1 (MCPT-1), and expression of these enzymes is controlled by nuclear factor per-
oxisome proliferator-activated receptor & (PPARx) [21]. Thus, improving energy metabolism to treat heart failure
may be a potential new treatment approach.

The present study was designed to examine the effects of AS-IV on CHF rats by assessing cardiac function and
structure, hemodynamics and myocardial tissue morphology, and by exploring the mechanisms from an energy
metabolism aspect. Considering that Benazepril hydrochloride (Benazepril HCL) is a type of angiotensin-converting
enzyme inhibitor (ACEI) usually used to decrease cardiac after-load and inhibit ventricular remodeling [22-24], we
incorporated a ‘Benazepril HCL group’ as a standard control group to compare the effect of AS-IV. We hypothesized
that the cardiovascular protective effects of AS-IV may be due to the up-regulation of gene and enzyme expression
related to FFA metabolism to improve energy metabolism in myocardial cells.

Materials and methods

Antibodies and reagents

AS-TIV was purchased from Nanjing Spring and Autumn Biological Engineering (Nanjing, China). Benazepril HCL
was purchased from Novartis Pharmaceuticals Corporation (Beijing, China). Polyclonal antibodies against PPAR«,
MCAD, glyceraldehyde phosphate dehydrogenase (GAPDH), and MCPT-1, and secondary antibodies were pur-
chased from Boster Biological Engineering (Wuhan, China). Total RNA extraction kit and the cDNA synthesis kit
were purchased from TIANGEN Biotechnology (Beijing, China). The primers for PPARx, MCAD, GAPDH, and
MCPT-1 were designed and synthesized by Sangon Biotechnology (Shanghai, China). The Masson’s trichrome stain-
ing kit was purchased from Nanjing SenBeiJia Biological Technology (Nanjing, China). The FFA detection kit was
purchased from ShangHai Chaoyan Biotechnology (Shanghai, China). The EP50 tube was purchased from BDTar
BioTech (Shanghai, China).

Animals and treatment

One-hundred male Sprague-Dawley rats (Experimental Animal Centre, Shanxi Medical University, Jinzhong, China;
certificate number: SCX]J20150001) of SPF grade weighing 240 &+ 10 g, were housed in a controlled environment (23
=+ 2°C, 45 £ 5% humidity, and a 12-h dark/12-h light cycle). The experiments were conducted according to the
principles approved by the Animal Care and Use Committee of Affiliated Hospital of Jining Medical University.

CHF model establishment

Rats were divided into five groups (n=20 per group) in accordance with the random number table. The groups
included a CHF group, a CHF + Benazepril HCL group, CHF + low-dose AS-IV, CHF+ high-dose groups, and a
control sham operation group. CHF was induced by an abdominal aortic constriction (AAC) as described previously
after assessing the baseline situation [25]. AAC was established using a 7-0 suture tied around the abdominal aorta in
which a 20-gauge needle was inserted. The needle was then retracted yielding a 70% constriction with an outer aortic
diameter of approximately 0.9 mm. In the sham operation group, the same surgery was performed as described above
except that the aorta was not constricted. All animals had free access to water and a standard rodent chow.

Evaluation of CHF model rats and drug treatment

The results of the model establishment were evaluated by ultrasonic cardiogram (UCG) after 6 weeks of the surgery.
Serum FFA concentration was measured in all groups. All animals received drug/placebo treatment for 8 consecutive
weeks after we confirmed that the CHF model was successfully established. The rats in CHF + low-dose and high-dose
AS-1V groups were administered AS-IV through an intragastric gavage at 30 and 60 mg.kg~'.day! dissolved in
1 ml of 1% sodium carboxymethyl cellulose (CMC), respectively. Rats in the CHF + Benazepril HCL group were
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administered the drug through an intragastric gavage at 10 mg. kg'.day ! dissolved in 1 ml CMC. Rats in the sham
operation and CHF group were administered CMC at 1 ml/day through an intragastric gavage as a placebo control.

Post-treatment examination of cardiac structure and function

After 8 weeks of treatment, all five groups were anesthetized with 3% isoflurane, and the cardiac structural and func-
tional parameters, including the left ventricular end-diastolic dimension (LVEDD), the left ventricular end-systolic
dimension (LVESD), the left ventricular posterior wall depth (LVPWD), the left ventricular ejection fraction (LVEF),
the left ventricular fractional shortening (LVES), and the isovolumic relaxation time (IVRT) were determined nonin-
vasively by echocardiography imaging using a Vevo 2100 high-resolution imaging system equipped with a transducer
with center frequencies ranging from 13 to 24 MHz (MS250; Visual Sonics, Toronto, Canada).

Evaluation of cardiac hemodynamic parameters

After conducting echocardiography, all groups underwent left ventricular intubation to confirm cardiac function ex-
amination. Rats were anesthetized with 20% urethane (0.5ml/100 g, i.p.) and fixed on an operation table, and the EP50
tube, connected with a pressure transducer, was inserted into the left ventricle from the right common carotid artery.
After connecting the pressure sensor with the physiological signals collection system, the hemodynamic parameters,
including the left ventricular end-diastolic pressure (LVEDP), the left ventricular end-systolic pressure (LVESP) and
the maximal rate of the increase/decrease in the left ventricular pressure (+dp/dt) were monitored.

Detection of serum and myocardium FFA concentration and ventricular

remodeling parameters

After left ventricular intubation, rats were killed by an intraperitoneal injection of sodium pentobarbital (20 mg/kg),
and blood samples were collected to detect the FFA concentration. Hearts were removed and the weight of the left
ventricle and whole heart were measured with an automatic analytical balance to calculate the left ventricular mass
index (LVMI) (the ratio of the left ventricular weight to the body weight) and the heart mass index (HMI) (the ratio of
the heart weight to the body weight). Part of the left ventricle was homogenized to detect the FFA concentration in the
myocardium, and part of left ventricle was preserved in a —80°C freezer for Western blot and real-time quantitative
PCR (RT-qPCR) analyses. Remaining left ventricle was fixed in formalin for histological examinations.

Histological examinations

After fixation for 72 h, the myocardial tissue was dehydrated and embedded in paraffin and samples were sliced into
pathological sections (4 pm). Pathological sections from the same rat were stained with Hematoxylin-Eosin (H&E,
Nanjing Jiancheng Bioengineering Institute, Nanjing, China) and Masson’s trichrome. The H&E stained sections were
observed under a light microscope (Olympus Medical Systems Corp, Tokyo, Japan), and the myocyte cross-sectional
area of different groups was measured to confirm whether there was a difference amongst five experimental groups
in the myocardial morphology. Sections were stained with a Masson’s trichrome kit. We calculated collagen volume
fraction (CVF) using image analysis system IPP 6.0, and compared the differences amongst groups.

Western blot analysis

Heart tissue was lysed in RIPA buffer containing a mixture of protease inhibitors (Santa Cruz Biotechnology,
Texas, U.S.A.) to extract proteins. The protein concentration was determined using the BCA protein assay kit (Bey-
otime Biotechnology, Haimen, China). Fifty micrograms of protein samples were electrophoresed and separated by
SDS/PAGE (10% gel), and transferred to PVDF membranes (Boster, Wuhan, China). After incubating the membranes
for 1 h with blocking buffer at 37°C, blots were incubated with primary antibodies at 4°C for 12 h. Membranes were
washed with TBST buffer and incubated with the corresponding secondary antibodies for 1 h at 37°C. ECL kit (Be-
yotime Biotechnology, Haimen, China) and the gel imaging system (Shanghai Furi Co, Shanghai, China) were used
for immune complex detection. GAPDH was used as the loading control. The bands were analyzed by densitometry.

RT-qPCR

Total RNA was extracted from heart tissue using total RNA extraction kit according to the manufacturer’s instruc-
tions. RNA concentrations were determined using optical density measurements at 260 nm on a spectrophotometer.
Total RNA was reverse transcribed into cDNA using a cDNA synthesis kit according to the manufacturer’s instruc-
tions. Then, 20 pl reaction mixtures containing SYBR green, RNase-free water, a forward primer, a reverse primer,
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Table 1 Primer sets for the RT-gPCR amplification

Target gene Forward primer Reverse primer

PPARx 5'-AACTGACATTTGTGACTG-3' 5'-GTTTCCCATCTCTTGTAAG-3

MCAD 5-GTCGCGCCAGACTACGATAA-3 5'-GCCAAGACCACCACAACTCT-3'
MCPT1 5-AAGAACACGAGCCAACAAGC-3 5’-TACCATACCCAGTGCCATCA-3'
GAPDH 5-GGTGGACCTCATGGCCTACA-3 5-CTCTCTTGCTCTCAGTATCCTTGCT-3

Abbreviation: MCPT1, muscle carnitine palmitoy! transferase-1.

Table 2 The baseline of the five experimental group(s)

Group n Weeks old (w) Body weight (g) LVEDD (mm) LVESD (mm) LVPWD (mm) LVEF (%)
Benazepril HCL 20 8 249+ 55 5.05 + 0.66 2.39+0.72 1.02+0.10 80.1 +3.29
Sham operation 20 8 243 + 6.1 5.08 +0.70 2.41 4+ 0.66 0.99+0.12 81.1 +3.55

CHF model 20 8 247 +5.8 5.06 + 0.63 2.43 1+ 0.65 1.01 +0.15 78.9 +4.00
Low-dose 20 8 245+ 5.9 5.08 + 0.69 2.38 + 0.68 1.04 +0.16 79.6 +4.13
High-dose 20 8 250 + 5.3 5.09 + 0.65 2.45+ 0.71 1.03 4+ 0.09 80.8 + 3.60
LVFS (%) E (m/s) A (m/s) E/A HR (bpm) IVRT (ms) IVRT/HR FFA (mol/l)
49.10 + 10.69 0.839 + 0.07 0.575 4+ 0.05 1.459 + 0.10 331 £+ 21 26.31 +5.86 0.0795 + 0.010 322.5 4+ 431
52.81 +9.56 0.855 + 0.08 0.580 + 0.06 1.474 +£0.15 340 £+ 26 24.99 +5.29 0.0735 + 0.013 346.7 + 40.9
50.06 + 11.51 0.878 +0.09 0.583 +0.05 1.506 + 0.12 327 +17 25.01 + 5.51 0.0765 + 0.015 339.1 +45.2
48.09 + 11.70 0.845 + 0.06 0.571 + 0.06 1.480+0.14 339 + 25 25.95 + 5.68 0.0766 + 0.011 350.1 +49.2
53.05 + 12.66 0.871 + 0.07 0.590 + 0.04 1.476 + 0.11 329 + 19 2429 +5.38 0.0738 + 0.014 343.5 + 46.9

Abbreviations: A, mitral valve late diastolic flow propagation velocity; E, mitral valve early diastolic flow propagation velocity; E/A, the ratio of E value to
A value; HR, heart rate; IVRT/HR, the ratio of IVRT value to HR value.

and cDNA were established to detect the relative mRNA expression of the genes according to the manufacturers’
instruction. Primers used in the study are listed in Table 1. The PCR program was performed at 95°C for 10 min,
followed by 40 cycles at 60°C for 30 s, 56°C for 30 s, and 72°C for 1 min. Melting curves were used to ensure only
the correct product was amplified. Fold change difference compared with sham control group was calculated using
2724€ method. Values were normalized against GAPDH values.

Statistical analysis

Data are presented as mean & S.D., and SPSS 13.0 statistical software was used for data processing. Unpaired Student’s
t test was used for comparison of sham operation group and CHF model group. Comparisons between different doses
of AS-IV and the CHF model group were made using ANOVA followed by multiple comparisons using Dunnett”s
test to evaluate the cardiovascular protective effects of AS-IV, and P<0.05 was considered statistically significant.

Results

Mortality of the experimental rats

Two rats died in CHF model group and one rat died in CHF + low-dose AS-IV group. No rats died in CHF + Be-
nazepril HCL group, the sham operation group, and the CHF + high-dose AS-IV group. Cause of death may have
been associated with heart failure, postoperative infection, or respiratory failure. Prior to AS-IV administration, rats
in CHF model group, CHF + low-dose AS-IV group, and CHF + high-dose AS-IV group presented CHF symptoms
like tachypnea, loss of appetite, and less activity 3 weeks after the AAC operation. These symptoms were relieved
gradually after treatment with AS-IV. The rats in sham operation group did not present CHF symptoms.

Baseline of the five experimental groups rats before the experiment
To ensure comparability, UCG was conducted in all the rats in the five groups, and there was no difference amongst
groups (P>0.05) (Table 2).
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Figure 1. The UCG result of the sham operation rats and the AAC rats (n=20 for the CHF + Benazepril HCL group, the sham
operation group and the CHF + high-dose group, n=18 for the CHF model group and n=19 for the CHF+low-dose group)
(A-C) Compared with the sham operation rats, the LVEDD, LVESD, LVPWD, and IVRT of the AAC rats increased, while the LVEF,
LVFS, and E/A of the AAC rats decreased. °P<0.05 compared with sham operation rats, °P<0.01 compared with sham operation
rats. (D) The serum FFA concentration of the AAC rats increased compared with the sham operation rats. (E,F) Representative
M-mode LV echocardiographs and mitral velocity profiles of the five groups of rats.

Evaluation of the establishment of the CHF model

Six weeks after AAC operation, UCG was performed for all rats to ensure that CHF model was successfully established.
Serum FFA concentrations were also measured. Compared with the sham operation group, rats that underwent AAC
operation showed an increase in LVEDD, LVESD, LVPWD, and IVRT and a decrease in LVEF and LVFS indicating
that CHF model was successfully established (Figure 1A-C,E,F). Moreover, FFA concentration was higher in AAC
operated rats than in sham operated rats. (Figure 1D). There was no statistical difference in these parameters amongst
the four groups of rats that received the AAC operation. This basically satisfied the experimental animal CHF standard
introduced by Bishop [26].

Improvement of left ventricular function and structure after AS-IV

intervention

To determine the effects of AS-IV on cardiac function and structure, all five groups underwent UCG and left ventric-
ular intubation after different interventions lasting 8 weeks. From the aspect of cardiac function, the AS-IV treated
rats showed an improvement in left ventricular function parameters, including an increased LVEE, LVES, E/A, and
+dp/dtmax and a decreased IVRT. From the aspect of the left ventricular structure, the AS-IV treated rats showed
a decrease in LVEDD, LVESD, and LVPWD compared with the CHF group. Hemodynamically, AS-IV-treated rats

.2 PORTLAND
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Table 3 The UCG result of all of the rats after intervention

Group n LVEDD (mm) LVESD (mm) LVPWD (mm) LVEF (%) LVFS (%)
Benazepril HCL 20 6.15 + 0.61 3.03 +0.70 1.62 +0.10 67.8 + 3.89 40.07 +5.23
Sham operation 20 6.01 + 0.99 2.82 + 0.61 1.59 +0.33 79.2 + 3.55 49.89 + 6.98
CHF model 18! 6.77 + 0.70 3.49 + 0.67° 1.99 + 0.26° 52.5 + 5.628 29.01 + 5.88°
Low-dose 19! 6.25 + 0.60" 3.08 + 0.50° 1.79 +0.19% 57.91 + 6.55% 36.56 + 4.98°
High-dose 20 6.19 + 0.65" 3.02 +0.714 1.62 + 0.39° 61.8 + 4.39° 41.29 + 4.56°
E (m/s) A (m/s) E/A HR (bpm) IVRT (ms) IVRT/HR

0.659 + 0.09 0.605 + 0.07 1.082 +0.13 331 + 26 37.31 +5.86 0.1127 +0.018

0.839 +0.10 0.566 + 0.09 1.482 +0.16 320 + 30 26.99 + 6.06 0.0843 + 0.015

0.540 + 0.06° 0.697 + 0.05° 0.775 + 0.14° 397 + 198 51.01 + 7.01° 0.1284 + 0.017°

0.597 + 0.074 0.595 + 0.04° 1.003 + 0.10° 379 + 26° 45.95 + 4.68* 0.1212 + 0.010

0.671 +0.11° 0.583 + 0.08° 1.151 +0.125 368 + 19° 33.29 + 5.38° 0.0994 + 0.015°

Abbreviations: A, mitral valve late diastolic flow propagation velocity; E, mitral valve early diastolic flow propagation velocity; E/A, the ratio of E value to

A value; HR, heart rate; IVRT/HR, the ratio of IVRT value to HR value.

;Two rats died in the CHF model group, and one rat died in the CHF + low-dose AS-IV group. The quantitative data are shown as the means + S.D.
P<0.05.

3P<0.01 compared with the sham operation.

4P<0.05.

5P <0.01 compared with the CHF model.

Table 4 The hemodynamic parameters examined by left ventricular intubation in all the rats after intervention

+dp/dt max —dp/dt max
Group n Body weight (g) LVEDP (mmHg) LVESP (mmHg) (mmHg/s) (mmHg/s)
Benazepril HCL 20 370.1+36.9 16.21 +1.95 145.21 + 4.41 5055 + 389 5019 + 489
Sham operation 20 386.5 + 40.1 5.23 + 0.82 129.63 + 4.33 6010 + 367 6401 + 609
CHF model 181 360.0 + 25.3 36.25 + 1.452 169.86 + 6.692 4668 + 3592 4023 + 6542
Low-dose 19" 375.2 +20.1 18.12 + 1.65° 146.15 + 5.238 4956 + 4543 4401 + 4218
High-dose 20 379.2 +30.5 8.82 +1.628 120.53 + 6.01° 5339 + 4013 4989 + 4558

The quantitative data are shown as the means + S.D. Abbreviations: +dp/dtmax, LV maximal first derivative of pressure rising over time; —dp/dtmax, LV
maximal first derivative of pressure dropping over time.

"Two rats died in the CHF model group, and one rat died in the CHF + low-dose AS-IV group.

2P<0.01 compared with the sham operation.

3P<0.01 compared with the CHF model.

Basapril B0l Shan cperation (O model ~ lovdose  Migdose OF model " Tebe | Tdehs

Figure 2. The results after AS-IV intervention.

Representative M-mode LV echocardiographs (A), mitral velocity profiles (B), and left ventricular pressure waveform (C) of the five
experimental groups after intervention (n=20 for the CHF + Benazepril HCL group, the sham operation group, and the CHF +
high-dose group, n=18 for the CHF model group and n=19 for the CHF + low-dose group).

showed a decrease in LVEDP and LVESP and an increase in =dp/dty.x compared with CHF model rats which indi-
cated an improvement in left ventricular function after AS-IV treatment (Tables 3 and 4). This result indicates that
AS-1V attenuated cardiac remodeling and improves left ventricular function (Figure 2A-C).
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Figure 3. LVMI and HMI and Grossmorphology.

The results of the LVMI (A) and HMI (B) measurement after different interventions (=20 for the CHF + Benazepril HCL group, the
sham operation group, and the CHF + high-dose group, n=18 for the CHF model group, and n=19 for CHF + low-dose group).
Representative gross morphology of the whole hearts (C) and the corresponding transverse cross-sections at the mid-ventricle
level (D). °P<0.01 comapred with the sham operation, ©P<0.05 compared with the CHF model, fP<0.01 compared with the CHF
model.

Gross morphology and LVMI and HMI

Rats in all groups were killed painlessly after left ventricular intubation and whole hearts were taken to measure the
size and weight of left ventricle and whole heart. Compared with hearts from the sham operation group, cardiac
volume of CHF model group was grossly enlarged, and weight of the left ventricle and whole heart also increased
(P<0.01), which was proven by LVMI and HMI (Figure 3). Compared with hearts from CHF model group, the
cardiac volume of CHF + low-dose and CHF + high-dose AS-IV group rats were grossly narrow, and the weight of
left ventricle and whole heart was also decreased (P<0.05/0.01) (Figure 3).

Serum and myocardium FFA concentrations

To investigate the effect of AS-IV on FFA metabolism of CHF rats, we determined the serum and myocardium FFA
concentrations. The results showed significantly higher levels of serum and myocardium FFA in CHF model group
when compared with the sham operation rats (P<0.01). In contrast, the serum and myocardium FFA concentration
was reduced in AS-IV-treated rats in comparison with CHF model rats (P<0.01) (Figure 4). These results indicate
that AS-IV improved FFA utilization in CHF rats.
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Figure 4. The serum and myocardium FFA concentration.

Serum FFA concentration (A) and myocardium FFA concentration (B) of the five experimental groups. The quantitative data are
shown as the means + S.D. (=20 for the CHF + Benazepril HCL group, the sham operation group, and the CHF + high-dose
group, n=18 for the CHF model group and n=19 for the CHF + low-dose group); °P<0.01 compared with the sham operation,
€P<0.05, fP<0.01 compared with the CHF model.

Histological examination

To determine the histological changes induced by different interventions, we stained the pathological sections using
two methods, H&E staining to observe the myocardial cell morphology, and Masson’s trichrome staining to determine
the volume of the collagen fibers, which were stained blue (Figure 5A,B).

Compared with the sections in sham operation group, the sections of CHF model group exhibited hypertrophy of
the myocardial cells, disorders of cardiomyocyte arrangement, proliferation of collagen fibers, and inflammatory cell
infiltration. Treatment with AS-IV reversed these effects in CHF + low-dose and the CHF + high-dose AS-IV group
(Figure 5A). The cross-sectional area of myocytes in CHF model rats was higher than that in sham operation rats
and AS-IV-treatment reduced this parameter (Figure 5C). Compared with the sections of sham operation group, the
CVF of CHF model group sections increased significantly as shown by the Masson’s trichrome staining (P<0.01).
The CVF of CHF + low-dose and CHF + high-dose AS-IV group sections decreased significantly when compared
with CHF group (P<0.05/0.01) (Figure 5B,D).

Western blot examination

To investigate the impact of AS-IV on FFA metabolism of myocardial cells, we analyzed the expression of key en-
zymes involved in FFA metabolism (Figure 6A). Compared with the sham operation group, the protein expression of
PPARx, MCAD, and MCPT1 in CHF model group was significantly decreased (P<0.01). Importantly, these effects
were reversed in CHF + low-dose and the CHF + high-dose AS-IV group rats (P<0.05/0.01) (Figure 6B).

RT-qPCR

We also analyzed the mRNA levels of PPAR«, MCAD, and MCPT1 and found that gene expression of these proteins
was significantly decreased in CHF model group when compared with the sham operation group (P<0.01). Treatment
with AS-IV (in CHF + low-dose and CHF + high-dose AS-IV groups) overcame the inhibitory effects of CHF (Figure
7). The high AS-IV dose almost rescued PPARx, MCAD, and MCPT1 expression to the control level (P>0.05), while
it was only partially rescued in the low-dose group (P <0.05 compared with sham control group). These results were
consistent with the Western blot data.

Discussion

In the present study, we demonstrated the cardiovascular protective effect of AS-IV on CHF rats in by measuring
four outcomes. Structurally, we proved that AS-IV inhibits ventricular hypertrophy. Functionally, we demonstrated
that AS-IV improves left ventricular function. In addition, by gross morphology, we confirmed that AS-IV inhibits
ventricular remodeling, proliferation of collagen fibers, and hypertrophy of myocardial cells. The preventive effects
of AS-IV on CHF have been proven in many similar studies. Our results are consistent with other studies. Zhang

8 (©) 2018 The Author(s). This is an open access article published by Portland Press Limited on behalf of the Biochemical Society and distributed under the Creative Commons Attribution
License 4.0 (CC BY).



Bioscience Reports (2018) 38 BSR20171036 °
https://doi.org/10.1042/BSR20171036 '. (] BROE%ELAND
°

¥ ‘\3? ‘J. ﬁo,"w’ 3
Ak

R

U Il
Lo

w

s

Benazepfl '

(©) § 1o00- (D)

g

g

Myocyte crossectlonal area( p.mzj
F
S

Figure 5. Representative staining sections of the five experimental groups after the interventions (n=20 for the CHF +
Benazepril HCL group, the sham operation group, and the CHF + high-dose group, n=18 for the CHF model group and
n=19 for the CHF + low-dose group)

The sections were visualized at 200x magpnification. (A) The sections were stained with H&E. (B) The sections were stained using
Masson’s trichrome. Red indicates the muscle fibers and blue indicates collagen. (C) Myocyte cross-sectional area date. (D) CVF
of the quantitative data. °P <0.01 compared with the sham operation, ®P<0.05 ,fP<0.01 compared with the CHF model.
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Figure 6. Expression analysis of key enzymes involved in FFA metabolism.
Representative blots of PPAR«, MCAD, and MCPT1 (A) and the intensity normalized against GAPDH (B) in the LV myocardium of
the five groups (n=20 for the CHF + Benazepril HCL group, the sham operation group, and the CHF + high-dose group, n=18 for

the CHF model group and n=19 for the CHF + low-dose group). The quantitative data are given as the means + S.D. °P<0.01
compared with the sham operation; ©P<0.05, fP<0.01 compared with the CHF model.

(© 2018 The Author(s). This is an open access article published by Portland Press Limited on behalf of the Biochemical Society and distributed under the Creative Commons Attribution 9
License 4.0 (CC BY).



o = PORTLAND
09 rress

Bioscience Reports (2018) 38 BSR20171036
https://doi.org/10.1042/BSR20171036

-l
(<]
)

EA PPARa ¢
Ea MCAD

= MCPT1

-
o
1

PPARa,MCAD and MCPT1
mRNA expression(fold change)

Figure 7. Relative quantitation of PPARx, MCAD, and MCPT1 mRNA by RT-qPCR in the myocardia of the five groups of
rats (n=20 for CHF + Benazepril HCL group, the sham operation group, and the CHF + high-dose group, n=18 for the CHF
model group and n=19 for the CHF + low-dose group)

The quantitative data are given as the means + S.D. °P<0.01 compared with the sham operation; P <0.05, fP<0.01 compared with
the CHF model. Please note that compared with the sham operation group, CHF + low-dose group was still statistically significant
(P<0.05); however, the difference in the CHF + high-dose group compared with the sham control group was not significant (P>0.05).

et al. [12] reported that AS-IV protected against cardiac hypertrophy by reducing left intraventricular pressure of
rats induced by isoproterenol. In another study, Zhang et al. [27] found that AS-IV improved post-ischemic heart
function and ameliorated reperfusion arrhythmias in rat hearts in vitro. AS-IV was also found to improve ventric-
ular remodeling in myocardial infarction (MI) and pressure overload (transverse aortic constriction) mouse models
[28]. Zhao et al. [17] found that AS-IV attenuated LPS-induced cardiac dysfunction and improved cardiac LVEE,
LV end-diastolic volume and the LV end-systolic volume. Zhao et al. [15] reported that AS-IV improved the cardiac
functions of congestive heart failure rats induced by ligation of the left coronary artery.

The energy substrates of the heart mainly include FFA and glucose, but in the failing heart, the energy substrates
shift from FFA to glucose [29,30]. This is due to the down-regulation of key enzymes in FFA metabolism [31-33]. The
key enzymes regulating FFA metabolism include MCPT1 and MCAD, both of which are controlled by the nuclear
factor PPAR« [34]. MCPT1 is responsible for conversion into fatty acyl carnitine and its uptake by the mitochondria
[35]. MCAD regulates the first step in the reaction of fatty acid (3-oxidation, namely conversion of acyl-coenzyme A
into trans-enoyl-CoA [36]. The synthesis of MCPT1 and MCAD is regulated by nuclear factor PPAR« the activation
of which promotes the expression of downstream genes, namely, the MCPT1 and MCAD [37].

Next, we investigated whether the use of AS-IV will affect the energy substrates of the heart in CHF rats. First, we
examined the serum and myocardium FFA concentrations of the different experimental groups. The result showed
that the serum FFA concentration of the CHF rats increased obviously compared with the sham operation rats, while
the serum and myocardium FFA concentrations in the CHF + AS-IV-treated rats were reduced compared with the
CHF model group rats. The consequence is consistent with many other studies, which show that, in the failing heart,
the fatty acid concentration often increases [38,39]. Then, we found that the protein of PPARx, MCPT1, and MCAD
was increased by Western blot analysis after treatment with AS-IV in contrast with the CHF model rats. This result
indicated that AS-IV improves the FFA utilization of the myocardial cell. To confirm this indication, we further
detected the mRNA levels of PPARx, MCPT1, and MCAD by RT-qPCR. The data showed that the mRNA levels of
PPARx, MCPT1, and MCAD also increased in the CHF + AS-IV-treated rats compared with the CHF model rats.
These data are consistent with the Western blot result AVE8134, a PPAR« agonist, attenuates the progression of heart
failure and increases survival in rats [40]. Fenofibrate, another PPAR«x agonist, regresses left ventricular hypertrophy
and increases the myocardium PPAR expression in spontaneously hypertensive rats [41]. Fenofibrate also inhibits
the left ventricle fibrosis of pressure-overload rats induced by abdominal aortic banding [42]. Based on these reports,
we rationalized that the activation of PPARx may attenuate the progression of heart failure. In our study, we found
that AS-IV inhibited ventricular remodeling, improved the cardiac function, and caused FFA utilization in CHF
rats. Our findings suggest that the protective effects of AS-IV on cardiac structure and function are correlated with
the activation of PPARx. One potential limitation of the current study is that we have not elucidated the detailed
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underlying mechanisms by which low- or high-dose of AS-IV causes metabolic reprogramming and how it rescues
expression of PPARx, MCAD, and MCPT1 leading to improved FFA utilization. Another limitation of our study is
that we did not study the effect of AS-IV on glucose metabolism in CHF model rats. Further studies are needed to
understand the relationship between improved lipid utilization and the cardiac function caused by AS-IV.

In summary, our study shows that AS-IV inhibits ventricular remodeling, improves cardiac function, and decreases

FFA concentration of CHF model rats. Our findings suggest a therapeutic potential of using AS-IV in CHE

Competing interests
The authors declare that there are no competing interests associated with the manuscript.

Funding
This work was supported by Key Research Projects of Jining Medical University [grant number JY2013KJ015] and the Program
for Scientific Research Innovation Team in Colleges and Universities of the Shandong Province [grant number Lujiaokezi[2012]8].

Author contribution
J.-G.Z. and H.-Y.T. designed the study. X.-Q.W. analyzed the data. B.T. performed the research and wrote the paper.

Abbreviations

AAC, abdominal aortic constriction; AS-IV, astragaloside IV; Benazepril HCL, benazepril hydrochloride; CHF, chronic heart fail-
ure; CMC, carboxymethyl cellulose; CVF, collagen volume fraction; FFA, free fatty acid; GAPDH, glyceraldehyde phosphate
dehydrogenase; HMI, heart mass index; IVRT, isovolumic relaxation time; LVEDD, left ventricular end-diastolic dimension;
LVEDP, left ventricular end-diastolic pressure; LVEF, left ventricular ejection fraction; LVESD, left ventricular end-systolic dimen-
sion; LVESP, left ventricular end-systolic pressure; LVFS, left ventricular fractional shortening; LVMI, left ventricular mass index;
LVPWD, left ventricular posterior wall depth; MCAD, medium-chain acyl-CoA dehydrogenase; MCPT1, muscle carnitine palmi-
toyl transferase-1; PPAR«x, peroxisome proliferator-activated receptor «; RT-gPCR, real-time quantitative PCR; UCG, ultrasonic
cardiogram.

References

1
2
3

Ziaeian, B. and Fonarow, G.C. (2016) Epidemiology and aetiology of heart failure. Nat. Rev. Cardiol. 13, 368, https://doi.org/10.1038/nrcardio.2016.25
Sakata, Y. and Shimokawa, H. (2013) Epidemiology of heart failure in Asia. Circ. J. 77, 2209-2217

Xanthakis, V., Enserro, D.M., Larson, M.G., Wollert, K.C., Januzzi, J.L., Levy, D. et al. (2016) Prevalence, neurohormonal correlates, and prognosis of
heart failure stages in the community. JACC Heart Fail. 4, 808-815, https://doi.org/10.1016/j.jchf.2016.05.001

Maggioni, A.P. (2015) Epidemiology of heart failure in Europe. Heart Fail. Clin. 11, 625-635, https://doi.org/10.1016/j.hfc.2015.07.015

Members, W.G., Benjamin, E.J., Go, A.S., Amett, D.K., Blaha, M.J., Cushman, M. et al. (2016) Heart Disease and Stroke Statistics-2016 update: a report
from the American Heart Association. Circulation 133, €38, https://doi.org/10.1161/CIR.0000000000000350

Roger, V.L. (2013) Epidemiology of heart failure. Circ. Res. 113, 646—659, https://doi.org/10.1161/CIRCRESAHA.113.300268

Lozano, R., Naghavi, M., Foreman, K., Lim, S., Shibuya, K., Aboyans, V. et al. (2012) Years lived with disability (YLDs) for 1160 sequelae of 289 diseases
and injuries 1990-2010: a systematic analysis for the Global Burden of Disease Study 2010. Lancet 380, 2163—2196,
https://doi.org/10.1016/S0140-6736(12)61729-2

Shirani, J. and Dilsizian, V. (2009) Molecular imaging targets of cardiac remodeling. Curr. Cardiol. Rep. 11, 148—154,
https://doi.org/10.1007/s11886-009-0022-z

Shirani, J., Singh, A., Agrawal, S. and Dilsizian, V. (2016) Cardiac molecular imaging to track left ventricular remodeling in heart failure. J. Nucl. Cardiol.
1-17, https://doi.org/10.1007/512350-016-0620-2

10 Cohn, J.N., Ferrari, R. and Sharpe, N. (2000) Cardiac remodeling—concepts and clinical implications: a consensus paper from an international forum

on cardiac remodeling. J. Am. Coll. Cardiol. 35, 569, https://doi.org/10.1016/S0735-1097(99)00630-0

11 Ren, S., Zhang, H., Mu, Y., Sun, M. and Liu, P. (2013) Pharmacological effects of Astragaloside IV: a literature review. J. Tradit. Chin. Med. 33, 413,

https://doi.org/10.1016/50254-6272(13)60189-2

12 Zhang, S., Tang, F, Yang, Y., Lu, M., Luan, A., Zhang, J. et al. (2015) Astragaloside IV protects against isoproterenol-induced cardiac hypertrophy by

regulating NF-xB/PGC-1« signaling mediated energy biosynthesis. PLoS ONE 10, 0118759, https://doi.org/10.1371/journal.pone.0118759

13 Yang, J., Wang, H.X., Zhang, Y.J., Yang, Y.H., Lu, M.L., Zhang, J. et al. (2013) Astragaloside IV attenuates inflammatory cytokines by inhibiting

TLR4/NF-B signaling pathway in isoproterenol-induced myocardial hypertrophy. J. Ethnopharmacol. 150, 1062,
https://doi.org/10.1016/j.jep.2013.10.017

14 Lu, M., Wang, H., Wang, J., Zhang, J., Yang, J., Liang, L. et al. (2014) Astragaloside IV protects against cardiac hypertrophy via inhibiting the Ca2*/CaN

signaling pathway. Planta Med. 80, 63

15 Zhao, Z., Wang, W., Wang, F., Zhao, K., Han, Y., Xu, W. et al. (2009) Effects of Astragaloside IV on heart failure in rats. Chin. Med. 4, 6,

https://doi.org/10.1186/1749-8546-4-6

(© 2018 The Author(s). This is an open access article published by Portland Press Limited on behalf of the Biochemical Society and distributed under the Creative Commons 1 1
Attribution License 4.0 (CC BY).


https://doi.org/10.1038/nrcardio.2016.25
https://doi.org/10.1016/j.jchf.2016.05.001
https://doi.org/10.1016/j.hfc.2015.07.015
https://doi.org/10.1161/CIR.0000000000000350
https://doi.org/10.1161/CIRCRESAHA.113.300268
https://doi.org/10.1016/S0140-6736(12)61729-2
https://doi.org/10.1007/s11886-009-0022-z
https://doi.org/10.1007/s12350-016-0620-2
https://doi.org/10.1016/S0735-1097(99)00630-0
https://doi.org/10.1016/S0254-6272(13)60189-2
https://doi.org/10.1371/journal.pone.0118759
https://doi.org/10.1016/j.jep.2013.10.017
https://doi.org/10.1186/1749-8546-4-6

™ Bioscience Reports (2018) 38 BSR20171036
.... FF:F?E%ELAND https://doi.org/10.1042/BSR20171036

16 Tu, L., Pan, C.S., Wei, X.H., Yan, L., Liu, Y.Y., Fan, J.Y. et al. (2013) Astragaloside IV protects heart from ischemia and reperfusion injury via energy
regulation mechanisms. Microcirculation 20, 736—747

17 Zhao, P., Wang, Y., Zeng, S., Lu, J., Jiang, T.M. and Li, Y.M. (2015) Protective effect of astragaloside IV on lipopolysaccharide-induced cardiac
dysfunction via downregulation of inflammatory signaling in mice. Immunopharmacol. Immunotoxicol. 37, 428-433,
https://doi.org/10.3109/08923973.2015.1080266

18 Kundu, B.K., Zhong, M., Sen, S., Davogustto, G., Keller, S.R. and Taegtmeyer, H. (2015) Remodeling of glucose metabolism precedes pressure
overload-induced left ventricular hypertrophy: review of a hypothesis. Cardiology 130, 211-220, https://doi.org/10.1159/000369782

19 Goodwin, G.W., Taylor, C.S. and Taegtmeyer, H. (1998) Regulation of energy metabolism of the heart during acute increase in heart work. J. Biol. Chem.
273, 29530-29539, https://doi.org/10.1074/jbc.273.45.29530

20 Ardehali, H., Sabbah, H.N., Burke, M.A., Sarma, S., Liu, PP, Cleland, J.G. et al. (2012) Targeting myocardial substrate metabolism in heart failure:
potential for new therapies. Eur. J. Heart Fail. 14, 120-129, https://doi.org/10.1093/eurjhf/hfr173

21 Sankaralingam, S. and Lopaschuk, G.D. (2015) Cardiac energy metabolic alterations in pressure overload-induced left and right heart failure (2013
Grover Conference Series). Pulm. Circ. 5, 15-28, https://doi.org/10.1086/679608

22 Zhang, Q., Yi, Q.J., Qian, Y.R., Li, R., Deng, B. and Wang, Q. (2006) Expression of connective tissue growth factor in cardiomyocyte of young rats with
heart failure and benazepril intervention. Chin. J. Pediatrics 44, 733

23 Ye, J.F. and Liu, D.S. (2005) Effects of benazepril combined with valsartan on congestive heart failure. Di Yi Jun Yi Da Xue Xue Bao 25, 1441-1442,
1447

24 Yan, X., Xu, D., Huang, J., Group, E.C.S. and Group, E.C.S. (2014) Effect of benazepril on cardiac function in Chinese patients with chronic heart failure:
a meta-analysis of randomized controlled trials. Zhonghua Yi Xue Za Zhi 94, 2907

25 Meng, R.S., Pei, Z.H., Yin, R., Zhang, C.X., Chen, B.L., Zhang, Y. et al. (2009) Adenosine monophosphate-activated protein kinase inhibits cardiac
hypertrophy through reactivating peroxisome proliferator-activated receptor-alpha signaling pathway. Eur. J. Pharmacol. 620, 63-70,
https://doi.org/10.1016/j.ejphar.2009.08.024

26 Mendel, D. (1983) Congestive heart failure: current research and clinical applications. J. R. Soc. Med. 76, 438,
https://doi.org/10.1177/014107688307600541

27 Zhang, W.D., Chen, H., Zhang, C., Liu, R.H., Li, H.L. and Chen, H.Z. (2006) Astragaloside IV from Astragalus membranaceus shows cardioprotection
during myocardial ischemia in vivo and in vitro. Planta Med. 72, 4-8, https://doi.org/10.1055/s-2005-873126

28 Wu, X., Cao, Y., Nie, J., Liu, H., Lu, S., Hu, X. et al. (2013) Genetic and pharmacological inhibition of Rheb1-mTORC1 signaling exerts cardioprotection
against adverse cardiac remodeling in mice. Am. J. Pathol. 182, 2005-2014, https://doi.org/10.1016/j.ajpath.2013.02.012

29 Allard, M.F., Schonekess, B.0., Henning, S.L., English, D.R. and Lopaschuk, G.D. (1994) Contribution of oxidative metabolism and glycolysis to ATP
production in hypertrophied hearts. Am. J. Physiol. 267, 742—750

30 Taegtmeyer, H., Golfman, L., Sharma, S., Razeghi, P. and Arsdall, M.V. (2004) Linking gene expression to function: metabolic flexibility in the normal and
diseased heart. Ann. N.Y. Acad. Sci. 1015, 202-213, https://doi.org/10.1196/annals.1302.017

31 Doenst, T., Pytel, G., Schrepper, A., Amorim, P, Féarber, G., Shingu, Y. et al. (2010) Decreased rates of substrate oxidation ex vivo predict the onset of
heart failure and contractile dysfunction in rats with pressure overload. Cardiovasc. Res. 86, 461-470, https://doi.org/10.1093/cvr/cvp414

32 De, |.EL., Soto, PF.,, Cupps, B.P., Pasque, M.K., Herrero, P., Gropler, R.J. et al. (2006) Hypertensive left ventricular hypertrophy is associated with
abnormal myocardial fatty acid metabolism and myocardial efficiency. J. Nucl. Cardiol. 13, 369-377, https://doi.org/10.1016/j.nuclcard.2006.01.021

33 Young, M.E., Yan, J., Razeghi, P., Cooksey, R.C., Guthrie, P.H., Stepkowski, S.M. et al. (2007) Proposed regulation of gene expression by glucose in
rodent heart. Gene Regul. Syst. Biol. 1, 251-262, https://doi.org/10.4137/GRSB.S222

34 Planavila, A., Calvo, R.R. and Vazquez-Carrera, M. (2006) Peroxisome proliferator-activated receptors and the control of fatty acid oxidation in cardiac
hypertrophy. Mini Rev. Med. Chem. 6, 357, https://doi.org/10.2174/138955706776073457

35 Bonnefont, J.P,, Djouadi, F., Prip-Buus, C., Gobin, S., Munnich, A. and Bastin, J. (2004) Carnitine palmitoyltransferases 1 and 2: biochemical, molecular
and medical aspects. Mol. Aspects Med. 25, 495, https://doi.org/10.1016/j.mam.2004.06.004

36 Abo, A.0. and Lopaschuk, G.D. (2014) Role of CoA and acetyl-CoA in regulating cardiac fatty acid and glucose oxidation. Biochem. Soc. Trans. 42,
1043, https://doi.org/10.1042/BST20140094

37 Ismael, S., Purushothaman, S., Harikrishnan, V.S. and Nair, R.R. (2015) Ligand specific variation in cardiac response to stimulation of peroxisome
proliferator-activated receptor-alpha in spontaneously hypertensive rat. Mol. Cell. Biochem. 406, 173-182,
https://doi.org/10.1007/s11010-015-2435-x

38 Garcia-Rua, V., Otero, M.F., Lear, PV., Rodriguez-Penas, D., Feijoo-Bandin, S., Noguera-Moreno, T. et al. (2012) Increased expression of fatty-acid and
calcium metabolism genes in failing human heart. PLoS ONE 7, 37505, https://doi.org/10.1371/journal.pone.0037505

39 Opie, L.H. and Knuuti, J. (2009) The adrenergic-fatty acid load in heart failure. J. Am. Coll. Cardiol. 54, 1637,
https://doi.org/10.1016/j.jacc.2009.07.024

40 Linz, W., Wohlfart, P., Baader, M., Breitschopf, K., Falk, E., Schafer, H.L. et al. (2009) The peroxisome proliferator-activated receptor-alpha (PPAR-alpha)
agonist, AVE8134, attenuates the progression of heart failure and increases survival in rats. Acta Pharmacol. Sin. 30, 935-946,
https://doi.org/10.1038/aps.2009.58

41 Chen, H.J., Chen, J.Z., Wang, X.X. and Yu, M. (2007) PPAR alpha activator fenofibrate regressed left ventricular hypertrophy and increased myocardium
PPAR alpha expression in spontaneously hypertensive rats. Zhejiang Da Xue Xue Bao Yi Xue Ban 36, 470-476

42 Qgata, T., Miyauchi, T., Sakai, S., Irukayama-Tomobe, Y., Goto, K. and Yamaguchi, |. (2002) Stimulation of peroxisome-proliferator-activated receptor
alpha (PPAR alpha) attenuates cardiac fibrosis and endothelin-1 production in pressure-overloaded rat hearts. Clin. Sci. (Lond.) 103, 284s-288s,
https://doi.org/10.1042/CS103S284S

1 2 (© 2018 The Author(s). This is an open access article published by Portland Press Limited on behalf of the Biochemical Society and distributed under the Creative Commons Attribution
License 4.0 (CC BY).


https://doi.org/10.3109/08923973.2015.1080266
https://doi.org/10.1159/000369782
https://doi.org/10.1074/jbc.273.45.29530
https://doi.org/10.1093/eurjhf/hfr173
https://doi.org/10.1086/679608
https://doi.org/10.1016/j.ejphar.2009.08.024
https://doi.org/10.1177/014107688307600541
https://doi.org/10.1055/s-2005-873126
https://doi.org/10.1016/j.ajpath.2013.02.012
https://doi.org/10.1196/annals.1302.017
https://doi.org/10.1093/cvr/cvp414
https://doi.org/10.1016/j.nuclcard.2006.01.021
https://doi.org/10.4137/GRSB.S222
https://doi.org/10.2174/138955706776073457
https://doi.org/10.1016/j.mam.2004.06.004
https://doi.org/10.1042/BST20140094
https://doi.org/10.1007/s11010-015-2435-x
https://doi.org/10.1371/journal.pone.0037505
https://doi.org/10.1016/j.jacc.2009.07.024
https://doi.org/10.1038/aps.2009.58
https://doi.org/10.1042/CS103S284S

