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Abstract: Chemerin is a novel adipokine that affects inflammation, insulin resistance, metabolic syndrome, and 
cardiovascular diseases. Nonetheless, it is unclear whether chemerin is expressed in cardiac fibroblasts or cardiac 
fibrosis, as are the effects of chemerin in this process. This study was aimed at investigating the regulation of the 
chemerin release and its effects on cardiac fibroblasts. Rat cardiac fibroblasts were cultured and exposed to increas-
ing concentrations of aldosterone for 4-48 h. Y27632 was used to block ROCK signaling. PD98059, SB203580, and 
SP600125 were used to inhibit ERK1/2, p38 MAPK, and JNK signaling pathways, respectively. RT-PCR and western 
blotting were carried out to determine the expression levels of chemerin. CMKLR1, TGF-β, ROCK1, ROCK2, MYPT1, 
and JNK were assayed by western blot analysis. Chemerin and CMKLR1 were expressed in cardiac fibroblasts. Aldo-
sterone increased chemerin mRNA and protein levels in a time- and dose-dependent manner in cardiac fibrosis. Spi-
ronolactone, Y27632, and SP600125 effectively suppressed the expression of chemerin. Our study revealed that 
chemerin and CMKLR1 are expressed in cardiac fibroblasts and the expression levels of chemerin are increased in 
cardiac fibrosis. Thus, chemerin may play an important role in cardiac fibrosis. Our study showed that chemerin may 
play this role via molecular mechanisms mediated by the CMKLR1-Rho-ROCK1-JNK signaling pathway.

Keywords: Chemerin, CMKLR1 cardiac fibrosis, aldosterone, spironolactone

Introduction

Aldosterone is a steroid hormone that is secret-
ed by the zona glomerulosa of the adrenal cor-
tex. Recent data indicate that aldosterone acts 
on a variety of cell types affecting cellular 
mechanisms that mediate important tissue 
responses, including hypertrophy and fibrosis. 
Landmark studies have detected the expres-
sion of receptors with high affinity for aldoste-
rone in cardiac fibroblasts obtained from 
human hearts [1]. Several studies have indicat-
ed a clear relation between aldosterone and 
adipokines. A study on Sprague-Dawley rats 
that were fed high-salt diets revealed an 
increase in blood pressure, downregulation of 
aldosterone, and an increase in plasma adipo-
nectin concentrations [2].

Chemerin is a novel adipokine secreted by the 
liver and white fat tissue. Chemerin is associ-

ated with inflammation, insulin resistance, met-
abolic syndrome, and cardiovascular diseases. 
To date, all known chemerin functions have 
been attributed to activation of the G protein-
coupled receptor chemokinelike receptor 1 
(CMKLR1). Our previous study indicates that 
chemerin and CMKLR1 are expressed in rat 
cardiomyocytes and induce insulin resistance 
[3]. Nonetheless, whether chemerin is expre- 
ssed in cardiac fibroblasts or contributes to car-
diac fibrosis is uncertain. We found that che- 
merin was expressed more strongly in patients 
with chronic heart failure and correlated with 
cardiac function class. Thus, we wanted to 
exclude feedback interference, and our in vitro 
experiment confirmed chemerin’s relations with 
myocardial fibrosis. There is a novel finding that 
chemerin signals through RhoA and Rho-
associated protein kinase (ROCK)-dependent 
pathway for activation of the transcriptional 
regulator serum-response factor [4].
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On the basis of the above information, we 
hypothesized that chemerin is expressed dur-
ing aldosterone-induced cardiac fibrosis th- 
rough Rho/ROCK and MAPK signaling path-
ways and may participate in cardiac fibrosis. 
These findings will provide novel data regarding 
the molecular mechanisms leading to the 
expression of chemerin in cardiac fibrosis and 
during cardiac remodeling.

Materials and methods

Animals

Two-hundred Sprague-Dawley rats (1- to 3-day-
old) were obtained from the Laboratory Animal 
Centre of Hebei Medical University. This study 

was carried out in strict accordance with the 
recommendations in the Guide for the Care and 
Use of Laboratory Animals of the National 
Institutes of Health. The animal use protocol 
has been reviewed and approved by the 
Institutional Animal Care and Use Committee 
(IACUC) of Hebei Medical University.

Cell culture

Cardiac fibroblasts were isolated and purified 
from Sprague-Dawley rats (1- to 3-day old). 
First, the hearts of Sprague-Dawley rats were 
isolated and digested in 10 mL of phosphate 
buffered saline (PBS) (Sigma Aldrich, St. Louis, 
MO) containing 0.08% trypsin (Sigma Aldrich, 
St. Louis, MO) for 10 min at 37°C. After each 

Figure 1. Aldosterone increases chemerin and TGF-β in a dose-dependent manner. Cardiac fibroblasts were treated 
with aldosterone (10-6-10-9 mol/L) for 24 h. Chemerin protein (A, D) and mRNA (E) were evaluated by western blot, 
and RT-PCR. TGF-β protein levels (B, F) were evaluated by western blot. CMKLR1 protein levels (C, G) were evaluated 
by western blot. Data are represented as mean ± SD. *P < 0.05 compared with control group.
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digestion step, the medium containing sus-
pended cells was removed and an equal vol-
ume of the Spinner/collagenase (Sigma Aldrich, 
St. Louis, MO) solution was added. Primary cul-
tures of rat cardiac stromal cells were grown in 
DMEM (Sigma Aldrich, St. Louis, MO) supple-
mented with 20% of fetal bovine serum, penicil-
lin (100 U/mL), and streptomycin (100 U/mL; 
Sigma Aldrich, St. Louis, MO) at 37°C in a 
humidified atmosphere containing 5% of CO2. 
Cardiac fibroblasts at the third or fourth pas-
sage were used for experiments.

RT-PCR

This analysis of chemerin was performed on 
RNA extracted with the TaqMan reverse tran-
scription kit (Applied Biosystems). Rat Rarres 2, 
144 bp, Cat. No. RQP046621, reference posi-
tion 102, GenBank NM_001013427.1.

Western blot

Protein samples (30 µg) were separated by 
sodium dodecyl sulphate polyacrylamide gel 
electrophoresis (SDS-PAGE) in a 12% gel, tr- 
ansferred to polyvinylidene fluoride (PVDF) 
membranes, and blocked. Antibodies against 
chemerin (1:1000), CMKLR1 (1:500), col3A1 
(1:500), col3A2 (1:500), TGF-β (1:1000), 
ROCK1 (1:1000), ROCK2 (1:1000), MYPT1 
(1:1000), p-MYPT1 (1:1000), Jnk (1:1000) and 
p-Jnk (1:1000), ERK1/2 (1:1000), phospho (p)-
38MAPK (1:1000), and p-ERK1/2 (1:1000) 

(Santa Cruz Biotechnology, America) were 
used. Blots were incubated with a horseradi- 
sh peroxidase-conjugated secondary antibody 
(1:10,000), and protein phosphorylation was 
normalized to the total protein band by de- 
nsitometry.

Statistical analysis

The SPSS 13.0 software package was used for 
all statistical analyses. Multiple-group compari-
son was performed by analysis of variance 
(ANOVA). The significance level was defined as 
0.05.

Results

Effects of aldosterone on chemerin and TGF-β 
expression levels

To determine whether chemerin and TGF-β are 
expressed in cardiac fibrosis, cardiac fibro-
blasts were treated with increasing concentra-
tions of aldosterone (10-6 to 10-9 mol/L) for 24 
h (Figure 1). The optimal concentration to incre- 
ase chemerin and TGF-β expression levels was 
determined by treating cardiac fibroblasts with 
aldosterone for varying periods (4, 8, 12, 24, or 
48 h; Figure 2). Exposure to aldosterone signifi-
cantly increased chemerin protein (Figure 1A, 
1D) and mRNA levels (Figure 1E). As we know, 
TGF-β, contributing to cardiac fibrosis, is be- 
lieved to stimulate cell growth, apoptosis and 
differentiation, increase collagen and matrix 

Figure 2. Aldosterone increases chemerin and TGF-β in a time-dependent manner. Cardiac fibroblasts were treated 
with aldosterone (10-7 mol/L) for 4, 8, 12, 24 and 48 h. Chemerin protein (A, C) and mRNA (D) were evaluated by 
western blot, and RT-PCR. TGF-β protein levels (B, E) were evaluated by western blot. Data are represented as mean 
± SD. *P < 0.05 compared with control group.
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protein production, maintain fibroblast viability, 
and inhibit production of a metalloproteinase 
that facilitates collagen degradation [5, 6]. 
Protein levels of TGF-β increased in a dose- and 
time-dependent manner (Figure 1B, 1F). Thus, 
chemerin and TGF-β expression levels incre- 
ased at an optimal concentration of aldoste-
rone (10-7 mol/L) after 24 h in aldosterone-
induced cardiac fibrosis.

Chemerin functions have been attributed to 
activation of the CMKLR1. Thus, we wanted to 
test whether CMKLR1 is expressed in cardiac 
fibroblasts. Eventually, we found that CMKLR1 
protein levels are increased after exposure to 
aldosterone (Figure 1C, 1G).

Effects of Rho-ROCK signaling on chemerin 
expression

Phosphorylated myosin phosphatase target 
subunit 1 (p-MYPT1) levels, which represent 
activated Rho-ROCK signaling, decreased after 
Y27632 treatment [7, 8]. Treatment of cardiac 

fibroblasts with an aldosterone inhibitor, spiro-
lactone, significantly reduced the p-MYPT1/
MYPT1 ratio after stimulation with aldosterone 
(Figure 3A, 3D).

Furthermore, cardiac fibroblasts were pretreat-
ed with the ROCK inhibitor, Y27632 (10 μmol/L), 
for 30 min and then exposed to aldosterone 
(10-7 mol/L) for 24 h. Chemerin protein levels 
were significantly inhibited during treatment 
with Y27632 (Figure 3B, 3E). ROCK1 was sig-
nificantly downregulated by spirolactone, but 
there was no significant change in ROCK2 
(Figure 3C).

Effects of the JNK pathway on chemerin ex-
pression

Inhibitors of ERK1/2 (PD98059), JNK (SP6- 
00125), and p38 MAPK (SB203580) were used 
to block the MAPK signaling cascade to deter-
mine whether there is signaling cross-talk 
between Rho/ROCK and MAPK. Aldosterone-
induced p-JNK was completely inhibited by 

Figure 3. Rho/ROCK signaling is required for aldosterone-induced chemerin expression. Cardiac fibroblasts were 
stimulated with the aldosterone receptor inhibitor, spirolactone (SP) (10-6 mol/L) for 30 min and exposed to aldo-
sterone (10-7 mol/L) for 24 h. The level of aldosterone-induced MYPT1 phosphorylation was quantified as p-MYPT1/
total MYPT1. Inhibition of ROCK activity by spirolactone (A, D). Chemerin protein expressions in response to Y27632 
(B, E). ROCK1 and ROCK2 protein expressions in response to spirolactone (C). Datas are represented as mean ± SD. 
*P < 0.05 compared with control group, #P < 0.05 compared with aldosterone (AL) group.
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Y27632 (10 μmol/L; Figure 4A, 4C). Chemerin 
protein levels were significantly suppressed in 
the aldosterone+SP600125 group compared 
with to that in groups aldosterone+PD98059 
and aldosterone+SB203580. There were no 
differences between the PD98059 group and 
SB203580 group (Figure 4B, 4D).

Discussion

The adipokine chemerin, also known as TIG2 
(tazarotene-induced gene 2) or RARRES2 (reti-
noic acid receptor responder protein 2), is an 
18-kDa protein produced mainly in the liver 
and in adipose tissue but also in many other 
tissues, including those of the cardiovascular 
system [9-11]. Studies on human subjects 
have revealed that chemerin is directly linked 
to inflammation, obesity, insulin resistance, 
and cardiovascular diseases. As we know, 
chemerin has been proposed as a predictive 
marker of cardiovascular risk [12, 13]. We 
found that chemerin and hs-CRP are overex-
pressed in patients with chronic heart failure 
and correlate with a cardiac function class. 
Accordingly, we hypothesized that chemerin is 

associated with heart failure. More studies 
have shown recently that chemerin and 
CMKLR1 genes are both expressed by cells of 
the cardiovascular system, where their levels 
have been shown to positively correlate with 
the severity of cardiac pathologies such as ath-
erosclerosis [14]. Our previous study revealed 
that chemerin and CMKLR1 are expressed in 
rat cardiomyocytes and induce insulin resis-
tance [3]. Therefore, we hypothesized that 
chemerin is expressed in cardiac fibroblasts or 
contributes to cardiac fibrosis.

Aldosterone plays an important role in the 
pathogenesis of fibrosis. It can contribute to 
the accumulation of the extracellular matrix 
(ECM) by stimulating expression of collagen 
types I and IV and transforming growth factor 
[15]. Spironolactone is the most commonly 
used aldosterone receptor antagonist. Large-
scale clinical studies showed beneficial effects 
of mineralocorticoid receptor blockade on car-
diovascular morbidity and mortality in patients 
with heart failure [16]. Recent clinical studies 
also showed that spironolactone reduces the 
combined end point of death or hospitalization 

Figure 4. JNK is the downstream mediator of Rho/ROCK activity in chemerin expression. Cardiac fibroblasts were 
treated with the ROCK inhibitor, Y27632 (10 umol/L) for 30 min and exposed to aldosterone (10-7 mol/L) for 24 h. 
The extent of JNK phosphorylation was quantified by p-JNK/total JNK (A, C). Cardiac fibroblasts were pretreated with 
PD98059 (10 umol/L), SP600125 (10 umol/L), and SB203580 (10 umol/L) for 30 min and exposed to aldosterone 
(10-7 mol/L) for 24 h (B, D). Datas are represented as mean ± SD. *P < 0.05 compared with untreated group, #P < 
0.05 compared with aldosterone (AL) group.



Chemerin and aldosterone in cardiac fibrosis

6761 Int J Clin Exp Med 2017;10(4):6756-6762

for heart failure in non-African-American 
patients [17].

In our study, we found that chemerin and 
CMKLR1 are both expressed in cardiac fibro-
blasts and are upregulated in a dose- and time-
dependent manner in aldosterone-induced car-
diac fibrosis. TGF-β protein expression was also 
upregulated, and we found that chemerin over-
expression is blocked by the aldosterone inhibi-
tor spironolactone. Accordingly, we assumed 
that chemerin may play a critical role in aldoste-
rone-induced cardiac fibrosis. This effect can 
be attenuated by spironolactone. These find-
ings are consistent with our study on patients 
with heart failure.

There is a recent report that chemerin signals 
through a RhoA and Rho-associated kinase 
(ROCK)-dependent pathway for activation of 
the transcriptional regulator serum-response 
factor [4]. It is known that Rho GTPase and its 
downstream target, ROCK, are implicated in 
cardiac fibrosis. Inhibition of ROCK attenuates 
cardiac fibrosis in angiotensin II-induced cardi-
ac hypertrophy in vivo [18]. In human endothe-
lial cells, chemerin induces activation of p38 
MAPK, extracellular signal-regulated kinases 
(ERKs), and phosphoinositide-3-kinase/protein 
kinase B pathways in a dose-dependent man-
ner. Mitogen-activated protein kinases (MAPKs) 
are key mediators of signal transduction from 
the cell surface to the nucleus. c-Jun NH2-
terminal kinase (JNK) is one of the major mem-
bers of MAPKs, and JNK activation is also impli-
cated in cardiac fibrosis. Thus, we tested 
whether chemerin signals through the Rho-
ROCK or MAPKs pathway in cardiac fibrosis.

In summary, using specific inhibitors of JNK and 
Rho/ROCK, we found that the Rho/ROCK sig-
naling cascade is the molecular mechanism 
that leads to the aldosterone-induced chemer-
in expression in cardiac fibrosis. ROCK1 plays 
an essential role in the process. In addition, 
aldosterone-induced chemerin expression is 
downregulated by SP600125.

In conclusion, our study shows that chemerin is 
expressed in cardiac fibroblasts and is upregu-
lated in cardiac fibrosis. Targeting of chemerin 
may help to reverse the progression of cardiac 
fibrosis. Chemerin expression is mediated by 
the CMKLR1-Rho-ROCK1-JNK signaling path-
way in cardiac fibroblasts. Further research is 

needed to clarify the clinical significance of 
chemerin in cardiac fibrosis.

Disclosure of conflict of interest

None.

Address correspondence to: Yongjun Li, Department 
of Cardiovascular Medicine, The Second Hospital of 
Hebei Medical University, No. 215 Heping West 
Road Xinhua District, Shijiazhuang 050000, China. 
Tel: +86 0311 66002126; Fax: +86 0311 6600- 
2126; E-mail: yxjdoc@163.com

References

[1] Lombes M, Alfaidy N, Eugene E, Lessana A, 
Farman N and Bonvalet JP. Prerequisite for car-
diac aldosterone action. Mineralocorticoid re-
ceptor and 11 beta-hydroxysteroid dehydroge-
nase in the human heart. Circulation 1995; 
92: 175-182.

[2] Kamari Y, Shimoni N, Koren F, Peleg E, Sharabi 
Y and Grossman E. High-salt diet increases 
plasma adiponectin levels independent of 
blood pressure in hypertensive rats: the role of 
the renin-angiotensin-aldosterone system. J 
Hypertens 2010; 28: 95-101.

[3] Zhang R, Liu S, Guo B, Chang L and Li Y. 
Chemerin induces insulin resistance in rat car-
diomyocytes in part through the ERK1/2 sig-
naling pathway. Pharmacology 2014; 94: 259-
264.

[4] Rourke JL, Dranse HJ and Sinal CJ. CMKLR1 
and GPR1 mediate chemerin signaling through 
the RhoA/ROCK pathway. Mol Cell Endocrinol 
2015; 417: 36-51.

[5] Li Y, Wang K, Zou QY, Zhou C, Magness RR and 
Zheng J. A possible role of aryl hydrocarbon re-
ceptor in spontaneous preterm birth. Med Hy-
potheses 2015; 84: 494-497.

[6] Chen T, Li J, Liu J, Li N, Wang S, Liu H, Zeng M, 
Zhang Y and Bu P. Activation of SIRT3 by resve-
ratrol ameliorates cardiac fibrosis and im-
proves cardiac function via the TGF-beta/
Smad3 pathway. Am J Physiol Heart Circ Physi-
ol 2015; 308: H424-434.

[7] Jaikanth C, Gurumurthy P, Indhumathi T and 
Cherian KM. Emergence of sfrp5 as a pleiotro-
pic adipocytokine and its association with wnt 
signaling. Minerva Endocrinol 2014; [Epub 
ahead of print].

[8] Ouchi N, Higuchi A, Ohashi K, Oshima Y, Gokce 
N, Shibata R, Akasaki Y, Shimono A and Walsh 
K. Sfrp5 is an anti-inflammatory adipokine that 
modulates metabolic dysfunction in obesity. 
Science 2010; 329: 454-457.

[9] Wittamer V, Franssen JD, Vulcano M, Mirjolet 
JF, Le Poul E, Migeotte I, Brezillon S, Tyldesley 

mailto:yxjdoc@163.com


Chemerin and aldosterone in cardiac fibrosis

6762 Int J Clin Exp Med 2017;10(4):6756-6762

R, Blanpain C, Detheux M, Mantovani A, Soz-
zani S, Vassart G, Parmentier M and Communi 
D. Specific recruitment of antigen-presenting 
cells by chemerin, a novel processed ligand 
from human inflammatory fluids. J Exp Med 
2003; 198: 977-985.

[10] Goralski KB, McCarthy TC, Hanniman EA, Za-
bel BA, Butcher EC, Parlee SD, Muruganandan 
S and Sinal CJ. Chemerin, a novel adipokine 
that regulates adipogenesis and adipocyte me-
tabolism. J Biol Chem 2007; 282: 28175-
28188.

[11] Chamberland JP, Berman RL, Aronis KN and 
Mantzoros CS. Chemerin is expressed mainly 
in pancreas and liver, is regulated by energy 
deprivation, and lacks day/night variation in 
humans. Eur J Endocrinol 2013; 169: 453-
462.

[12] Yan Q, Zhang Y, Hong J, Gu W, Dai M, Shi J, Zhai 
Y, Wang W, Li X and Ning G. The association of 
serum chemerin level with risk of coronary ar-
tery disease in Chinese adults. Endocrine 
2012; 41: 281-288.

[13] Dessein PH, Tsang L, Woodiwiss AJ, Norton GR 
and Solomon A. Circulating concentrations of 
the novel adipokine chemerin are associated 
with cardiovascular disease risk in rheumatoid 
arthritis. J Rheumatol 2014; 41: 1746-1754.

[14] Kostopoulos CG, Spiroglou SG, Varakis JN, 
Apostolakis E and Papadaki HH. Adiponectin/T-
cadherin and apelin/APJ expression in human 
arteries and periadventitial fat: implication of 
local adipokine signaling in atherosclerosis? 
Cardiovasc Pathol 2014; 23: 131-138.

[15] Mathew JT, Patni H, Chaudhary AN, Liang W, 
Gupta A, Chander PN, Ding G and Singhal PC. 
Aldosterone induces mesangial cell apoptosis 
both in vivo and in vitro. Am J Physiol Renal 
Physiol 2008; 295: F73-81.

[16] Pitt B, Remme W, Zannad F, Neaton J, Martinez 
F, Roniker B, Bittman R, Hurley S, Kleiman J 
and Gatlin M. Eplerenone, a selective aldoste-
rone blocker, in patients with left ventricular 
dysfunction after myocardial infarction. N Engl 
J Med 2003; 348: 1309-1321.

[17] Vardeny O, Cavallari LH, Claggett B, Desai AS, 
Anand I, Rossignol P, Zannad F, Pitt B and Solo-
mon SD; Randomized Aldactone Evaluation 
Study (RALES) Investigators. Race influences 
the safety and efficacy of spironolactone in se-
vere heart failure. Circ Heart Fail 2013; 6: 970-
976.

[18] Nishikimi T, Akimoto K, Wang X, Mori Y, Tado-
koro K, Ishikawa Y, Shimokawa H, Ono H and 
Matsuoka H. Fasudil, a Rho-kinase inhibitor, 
attenuates glomerulosclerosis in Dahl salt-
sensitive rats. J Hypertens 2004; 22: 1787-
1796.


