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Abstract. Inflammatory cytokines are released by immune 
cells and are able to induce vascular smooth muscle cells 
(VSMCs) to undergo apoptosis, causing atherosclerotic 
plaque rupture. Changes in the expression levels of connexins 
(Cxs) have been demonstrated in VSMCs to be involved in 
the pathogenesis of atherosclerotic progression. The present 
study examined the effect of tumor necrosis factor‑α (TNF-α) 
on Cx43 expression levels and apoptosis in human VSMCs. 
Overexpression of Cx43 plasmids notably stimulated VSMC 
proliferation. TNF‑α directly inhibited Cx43 expression levels 
in a dose‑ and time‑dependent manner in VSMCs, however 
this was blocked by c‑Jun N‑terminal kinase inhibitor. TNF‑α 
also increased caspase‑3 activity and apoptosis of VSMCs 
through the inhibition of Cx43. These data suggested that 
TNF-α induced the apoptosis of VMSCs and prompted the 
destabilization of atherosclerotic plaques by downregulating 
Cx43.

Introduction

Atherosclerotic occlusion affects the arteries in the heart, brain 
and legs, and is an important cause of morbidity and mortality 
worldwide (1). Atherosclerotic plaque stability is partly deter-
mined by a balance between the apoptosis and the survival 
of vascular smooth muscle cells (VSMCs) in the fibrous cap. 
Stable plaques possess a thick fibrous cap that includes an 
abundance of VSMCs and extracellular matrix (2). Unstable 
plaques possess thin fibrous caps that contain a smaller 
number of VSMCs and more inflammatory cells, including 
macrophages (3). Atherosclerosis is a chronic inflammatory 

disease of the arterial vessels and pro‑inflammatory immune 
responses regulates the structural integrity of the athero-
sclerotic plaques. Inflammatory cytokines, including tumor 
necrosis factor‑α (TNF-α), interferon‑γ (IFN-γ), interleukin 
(IL)‑12 and IL‑1β, alter the growth and survival of VSMCs and 
are implicated in this pathophysiological process (4).

Gap junctions are a form of cell‑to‑cell connection that 

involve direct intercellular communication (5) and mediate 
the direct exchange of ions, small metabolites and other 
secondary messenger molecules between adjacent cells (6). 
Three connexins (Cxs), Cx37, Cx40 and Cx43, are reported to 
express in the vascular wall. Cx43 is predominantly expressed 
in the VSMCs of the vessel wall (7,8). Gap junctions have 
been described in cardiac rhythm (9) and a previous study 
identified that gap junctions are involved in cell growth and 
differentiation, and in intimal hyperplasia (10). However, 
little is known about the interaction of cytokines and Cx43 
in VSMC apoptosis. The present study examined the effect of 
inflammatory cytokines, including TNF‑α, on C43 expression 
and the apoptosis of VSMCs and its signaling pathways.

Materials and methods

Culture of VSMCs. Human VSMCs were purchased from 
Clonetics (San Diego, CA, USA) and cultured in a cell incu-
bator at 37˚C and a humidified 5% CO2 atmosphere. The 
VSMCs were cultured in Dulbecco's modified Eagle's medium 
(DMEM; Sigma‑Aldrich China, Inc., Shanghai, China) 
containing L‑glutamine (Sigma‑Aldrich China, Inc.), 10% fetal 
bovine serum (FBS; Sigma‑Aldrich China, Inc.), 10,000 U/ml 
penicillin, 10,000 µg/ml streptomycin and 250 µg/ml ampho-
tericin B (Sigma‑Aldrich China, Inc.), and subcultured strains 
of the VSMCs were used between passages 3 and 6. Prior to 
experimentation, the cultured VSMCs were serum‑starved for 
24 h in DMEM without FBS.

pcDNA3‑1‑Cx43 expression vector construction and transfec‑
tion. The total RNA was isolated from the cultured VSMCs 
using RNAzol (Sigma‑Aldrich China, Inc.). RNA isolation 
and reverse transcription‑quantitative polymerase chain 
reaction (RT‑qPCR) was performed in a Veriti Thermal 
Cycler (Thermo Fisher Scientific, Inc., Waltham, MA, USA) 
as a hot‑start PCR. Primer sequences were as follows: Cx43, 
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forward: 5'‑AGA GGA AGA ACT CAA GGT TGC CCA‑3' and 
reverse: 5'‑AGG ACA CCA CCA GCA TGA AGA TGA‑3'. The 
primers were purchased from Integrated DNA Technologies, 
Inc. (Coralville, IA, USA) and the Genbank Accession Code 
(NM000165) for cx43. Following successfully amplification 
of cDNA from human VSMCs, a Cx43 gene segment was 
cloned into pcDNA3.1 vector (Invitrogen; Thermo Fisher 
Scientific, Inc.) according to the manufacturer's protocol. 
The transfection of VSMCs was performed in a 6‑well plate 
using Lipofectamine® 2000, according to the manufacturer's 
protocol (Invitrogen; Thermo Fisher Scientific, Inc.). VSMCs 
were collected after 48 h of transfection.

Proliferation assay. A bromodeoxyuridine (BrdU) incorpo-
ration assay was performed using a cell proliferation ELISA 
BrdU kit (Roche Diagnostics GmbH, Mannheim, Germany), 
as described previously (11). Briefly, the cells were labeled 
with 10 µM BrdU solution and denatured using FixDenat solu-
tion. A mouse anti‑BrdU monoclonal antibody (cat. no. B8434; 
1:200 dilution; Sigma‑Aldrich China, Inc.) conjugated with 
peroxidase and tetramethylbenzidine was added, and the cells 
were incubated for 30 min at room temperature. Finally, the 
absorbance of the samples was measured using a microplate 

reader at 370 nm.

Western blot analysis. VSMCs were collected and lysed with 
radioimmunoprecipitation acid lysis buffer (Sigma‑Aldrich 
China, Inc.) and the protein concentration of the lysate was 
determined by Bio‑Rad protein assay [Bio‑Rad Laboratories 
(Shanghai) Ltd., Shanghai, China]. The proteins were sepa-
rated on SDS‑PAGE gels and transferred onto nitrocellulose 
membranes (Sigma‑Aldrich China, Inc.). Non‑specific proteins 
were blocked by incubation in blocking buffer containing 
Tris‑buffered saline with Tween‑20 (TBST) and 5% non‑fat 
dried milk (Sigma‑Aldrich China, Inc.) at room temperature 
for 1 h and membranes were incubated overnight at 4˚C with 
blocking solution containing antibodies targeting Cx43 (cat. 
no. 3512; 1:1,000 dilution; Cell Signaling Technology, Danvers, 
MA). The membranes were washed with TBST and incubated 
with horseradish peroxidase (HRP)‑conjugated secondary 
antibody (cat. no. A9542; 1:5,000 dilution; Sigma‑Aldrich 
China, Inc.) at room temperature for 1 h. After membranes 
were washed with TBST, the HRP activity was detected using 
an enhanced chemiluminescence kit [Bio‑Rad Laboratories 
(Shanghai) Ltd.]. As a loading control, glyceraldehyde 3‑phos-
phate dehydrogenase was run in parallel.

Caspase‑3 assay. The activity of caspase‑3 in VSMC apop-
tosis was quantified using a CPP32 colorimetric assay kit 
(MBL International Co., Woburn, MA, USA). Briefly, 5 ml 
of 1 mM/l caspase‑3 substrate and 50 µl of 2X reaction 
buffer/dithiothreitol mix were added, and protease activity was 
quantified using a spectrophotometer (Bio‑Rad3550; Bio‑Rad 
Laboratories, Inc., Hercules, CA, USA) at 405 nm.

Statistical analysis. The data are reported as the mean ± stan-
dard error of the mean. Statistical analysis was performed using 
Student's t‑test or analysis of variance using Sigma Plot software 
version 12 (Systat Software Inc., San Jose, CA, USA). P<0.05 
was considered to indicate a statistically significant difference.

Results

Effect of pcDNA3.1‑Cx43 transfection on the proliferation 
of VSMCs. To determine whether the cells were actively 
proliferating or quiescent, the proliferation of VSMC in the 
presence of the pcDNA3.1 empty vector or pcDNA3.1‑Cx43 at 
48 h was examined by measuring the incorporation of BrdU. 
The proliferation of VSMCs was significantly increased in 
pcDNA3.1‑Cx43 compared with that in the pcDNA3.1 empty 
vector (Fig. 1).

Effect of TNF‑α on the expression of Cx43 on VSMCs. TNF-α 
treatment (100 ng/ml) resulted in a rapid reduction in Cx43 
protein expression levels, detectable at 1 h and reaching a 
decrease of 80% at 24 h (Fig. 2A). Exposure of VSMCs to 
different doses of TNF‑α for 24 h demonstrated a significant 
reduction at 50 ng/ml and near‑maximal reduction with 
100 ng/ml (Fig. 2B).

TNF‑α inhibited Cx43 expression in VSMCs via the c‑Jun 
N‑terminal kinase (JNK) pathway. To investigate the possible 
signaling pathway that mediates TNF‑α inhibition of Cx43 on 
human VSMCs, the VSMCs were incubated with TNF‑α for 
24 h in the absence or presence of mitogen‑activated protein 
kinase (MAPK) inhibitors. As shown in Fig. 3, TNF-α inhib-
ited Cx43 expression, which was completely blocked after the 
addition of JNK inhibitor II (1 µg/l) for 30 min prior to TNF‑α 
treatment. 4‑[4‑(4‑fluorophenyl)‑2‑(4‑methylsulfinylphenyl)‑1H‑ 
imidazol‑5‑yl] pyridine (an inhibitor of p38 MAPK; 10 µmol/l) 
and 2‑(2‑Amino‑3‑methoxyphenyl)‑4H‑1‑benzopyran‑4‑one 
(an inhibitor of extracellular signal‑regulated kinases (ERK) 
1/2; 40 µM/l) failed to noticeably block the TNF‑α inhibition of 
Cx43 expression. Dimethyl sulfoxide alone as a vehicle did not 
affect the Cx43 expression. These findings implied that JNK 
pathways mediate the reduction of Cx43 on human VSMCs.

Effect of IFN‑γ, IL‑12 and IL‑1β on the expression of Cx43. 
IFN-γ (100 ng/ml), IL‑12 (100 ng/ml) and IL‑1β (10 ng/ml) 
were enough to cause certain effects in the VSMCs in a previous 
study (4). As presented in Fig. 4, IFN-γ and IL‑12 did not 
affect Cx43 expression levels, but IL‑1β did inhibit the Cx43 
expression levels in VSMCs.

Figure 1. Effect of pcDNA3.1‑Cx43 transfection on the proliferation of 
vascular smooth muscle cells. Each bar represents bromodeoxyuridine 
incorporation (mean ± standard deviation) for five independent experiments. 
#P<0.05 vs. pcDNA3.1 empty vector group. Cx43, connexin 43; VSMCs, 
vascular smooth muscle cells.
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Involvement of Cx43 in the TNF‑α‑increased caspase‑3 
activity. Human VSMCs were exposed to pcDNA3.1‑Cx43 or 
natriuretic peptide B (NPPB, an inhibitor of Cx43; 100 µM) 
and subsequently exposed to TNF‑α (100 ng/ml) for 24 h. 
TNF-α significantly enhanced VSMC caspase‑3 activity and 
apoptosis. However, the effect of TNF‑α on caspase‑3 activity 
was inhibited by overexpression of pcDNA3.1‑Cx43 (Fig. 5). 
Furthermore, inhibiting Cx43 with NPPB recovered the role 
of TNF‑α in VSMC apoptosis, suggesting that TNF‑α induced 

VSMC caspase‑3 activity and apoptosis, at least partly, via the 
downregulation of Cx43.

Discussion

Atherosclerotic plaque rupture is considered to serve a key role 
in thrombus formation and thereby results in the symptoms 
observed in acute coronary syndrome; stroke and limb isch-
emia (12). One of the important factors is that the interaction 
of VSMC and inflammatory mediators, including TNF‑α, may 
alter the survival rate of VSMCs and modify the extracellular 
matrix, thus modifying the integrity of the atherosclerotic 
plaque (13). The present study provided new evidence that 
Cx43 is associated with VSMCs proliferation and that TNF‑α 
prompted VSMC apoptosis through the downregulation of 
Cx43, suggesting that the interaction of inflammatory cyto-
kines and gap junctions regulated the atherosclerotic plaque 
stability.

Figure 2. Effect of TNF‑α on the expression of Cx43 in VSMCs. (A) TNF‑α (100 ng/ml) inhibited Cx43 protein expression in a time‑dependent manner 
in human VSMCs. (B) TNF‑α inhibited Cx43 protein expression at 24 h in a dose‑dependent manner in human VSMCs. Each bar represents the ratio of 
Cx43/GAPDH (mean ± standard error of the mean) from four independent experiments. #P<0.01, §P<0.05 vs. control group. TNF‑α, tumor necrosis factor‑α; 
Cx43, connexin 43; VSMCs, vascular smooth muscle cells; GAPDH, glyceraldehyde‑3‑phosphate dehydrogenase.

Figure 3. Effect of MAPK inhibitors on TNF‑α‑inhibited expression of 
Cx43 in human VSMCs. The MAPK inhibitors include JNK inhibitor II 
(an inhibitor of JNK; 1 µg/l), SB203580 (an inhibitor of p38 MAPK, 
10 µmol/l), and PD98059 (an inhibitor of ERK1/2 kinase, 40 µM/l). Cultured 
VSMCs were exposed to either solvent or an inhibitor for 30 min prior the 
addition of TNF‑α for 24 h. Proteins were quantified and each well was 
loaded with 20 µg protein. Each bar represents the ratio of Cx43/GAPDH 
(mean ± standard error of the mean) from four independent experiments. 
#P<0.01 vs. control group. §P<0.01 vs. TNF‑α group. MAPK; TNF‑α, 
tumor necrosis factor‑α; Cx43, connexin 43; VSMCs, vascular smooth 
muscle cells; JNK, c‑Jun N‑terminal kinase; SB203580, 4‑[4‑(4‑fluorop
henyl)‑2‑(4‑methylsulfinylphenyl)‑1H‑imidazol‑5‑yl] pyridine; PD98059, 
2‑(2‑Amino‑3‑methoxyphenyl)‑4H‑1‑benzopyran‑4‑one; ERK, extracellular 
signal‑regulated kinases; GAPDH, glyceraldehyde‑3‑phosphate dehydroge-
nase; DMSO, dimethyl sulfoxide.

Figure 4. Effect of IFN‑γ, IL‑12 and IL‑1β on the expression levels of Cx43 
in VSMCs. Quiescent VSMCs were treated with IFN‑γ (100 ng/ml), IL‑12 
(100 ng/ml) and IL‑1β (10 ng/ml) for 24 h respectively. Proteins were quan-
tified and each well was loaded with 20 µg protein. Each bar represents 
the ratio of Cx43/GAPDH (mean ± standard error of the mean) from four 
independent experiments. #P<0.01 vs. control group. IFN, interferon; IL, 
interleukin; Cx43, connexin 43; VSMCs, vascular smooth muscle cells; 
GAPDH, glyceraldehyde‑3‑phosphate dehydrogenase.
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Gap junctions provide direct signal communication and 
drive numerous important biological processes, including the 
rapid transmission of electronic signals in cardiac and smooth 
muscle (14,15). Growing evidence suggests that Cx43 is 
involved in VSMC growth, differentiation and the development 
of intimal hyperplasia (10). In early atheromas, VSMC Cx43 
and macrophage Cx37 were observed in the neointima (8,16). 
In particular, Cx43 demonstrated a higher expression level in 
asymptomatic compared with in symptomatic plaques (16). 
Previous studies (17,18) have demonstrated that reducing Cx43 
limited neointima formation following acute vascular injury in 
hypercholesterolemic mice in vivo. The present study further 
confirmed that Cx43 induces the proliferation of VSMCs 
in vitro, and suggested a role for Cx43 in the maintenance of 
plaque stability.

Atheromatous lesion and plaque stability are partly deter-
mined by the balance between the apoptosis and survival of 
VSMCs in the fibrous cap (19). For example, there is a higher 
expression of apoptotic genes in the symptomatic compared 
with the asymptomatic plaques and this change is involved in 
caspase‑3 activation (20). Previous studies (21,22) have demon-
strated that the inflammatory cytokines TNF‑α, IFN-γ and IL‑12 
may be responsible for the apoptosis of VSMCs and the desta-
bilization of atherosclerotic plaques. However, the interaction of 
inflammatory cytokines and Cx43 on the apoptosis of VSMCs 
and the regulation of plaque stability remains to be elucidated. 
The current study demonstrated that TNF‑α inhibited Cx43 in 
a dose‑ and time‑dependent manner in VSMCs and prompted 
caspases‑3 activity, resulting in VSMC apoptosis. To the best of 
our knowledge, this is the first report on the regulation of Cx43 
and VSMC apoptosis induced by TNF‑α in VSMCs.

The important finding of the present study was that TNF‑α 
can selectively modulate the expression of Cx43 on the VSMCs 
through JNK pathways. JNK and p38MAPK kinase have been 
reported to be important intracellular signaling pathways that 
regulate Cx43 (23,24). A previous study (25) investigated the 
effects of amphetamine on the Cx43 gene expression through 
the JNK‑AP‑1 pathway in cultured neonatal rat cardiomyo-
cytes. However, the role of JNK in the regulation of VSMC 
Cx43 is has yet to be elucidated (25). The data from the present 

study implied that the JNK pathway, but not the ERK1/2 or 
p38 MAPK pathways, is the major pathway involved in the 
downregulation of Cx43 by TNF‑α on VSMCs. Another 
study (26) also demonstrated that TNF‑α decreased Cx43 
expression through inhibition of the Cx43 promoter activity 
in rat hearts. Although the precise mechanism remains to be 
elucidated, an AP‑1 site in its promoter is likely involved in the 
cytokine regulation of Cx43 (26). Other cytokines including 
IFN-γ, IL‑12 and IL‑1β are also implicated in the induction 
of VSMC loss and plaque instability (27). Although IL‑1β 
has been suggested to regulate Cx43 expression on cultured 
VSMCs, neither IFN‑γ nor IL‑12 regulate Cx43. A possible 
explanation is that the VSMCs are in different conditions 
in vivo and in vitro. A previous study (28) also demonstrated 
that TNF‑α signaling initiated the activation of the tyrosine 
(Tyr) kinase c‑Src in airway epithelial cells, which physically 
associates with Cx43 by the phosphorylation of Tyr‑247 and 
265. Furthermore, mutation of Tyr‑247 and Tyr‑65 completely 
prevented Cx43 channel closure by Src, suggesting that phos-
phorylation of both Tyr residues is involved in the regulation 
of gap junctions (28). Further investigation is warranted to 
examine the regulatory mechanisms underlying the effects of 
these cytokines.

In conclusion, the present study demonstrated that TNF‑α 
potently inhibited Cx43 expression and prompted VSMC 
apoptosis; these findings may explain the stabilization of 
atheromatous plaques. A further understanding of the interac-
tion of inflammatory cytokines and Cx43 on human VSMCs 
may possess considerable biological and clinical impact, and 
provide a potential therapeutic strategy in maintaining the 
stability of atherosclerotic plaques.

Acknowledgements

The present research was supported by Xianning Science 
Funding (no. XN201516) to Dr Jun Fang.

References

 1. Menegazzo L, Poncina N, Albiero M, Menegolo M, Grego F, 
Avogaro A and Fadini GP: Diabetes modifies the relationships 
among carotid plaque calcification, composition and inflamma-
tion. Atherosclerosis 241: 533‑538, 2015.

 2. Small TW and Pickering JG: Nuclear degradation of Wilms 
tumor 1‑associating protein and survivin splice variant 
switching underlie IGF‑1‑mediated survival. J Biol Chem 284: 
24684-24695, 2009.

 3. Martinez‑Hervás S, Vinué A, Núñez L, Andrés‑Blasco I, 
Piqueras L, Real JT, Ascaso JF, Burks DJ, Sanz MJ and 
González‑Navarro H: Insulin resistance aggravates athero-
sclerosis by reducing vascular smooth muscle cell survival 
and increasing CX3CL1/CX3CR1 axis. Cardiovasc Res 103: 
324‑336, 2014.

 4. Anwar A, Zahid AA, Scheidegger KJ, Brink M and  
Delafontaine P: Tumor necrosis factor‑alpha regulates insulin‑like 
growth factor‑1 and insulin‑like growth factor binding protein‑3 
expression in vascular smooth muscle. Circulation 105: 
1220‑1225, 2002.

 5. Pfenniger A, Chanson M and Kwak BR: Connexins in athero-
sclerosis. Biochim Biophys Acta 1828: 157‑166, 2013.

 6. Tran CH, Vigmond EJ, Goldman D, Plane F and Welsh DG: 
Electrical communication in branching arterial networks. Am J 
Physiol Heart Circ Physiol 303: H680‑H692, 2012.

 7. Peng WJ, Liu Y, Yu YR, Fu YQ, Zhao Y, Kuang HB, Huang QR, 
He M and Luo D: Rutaecarpine prevented dysfunction of endo-
thelial gap junction induced by Ox‑LDL via activation of TRPV1. 
Eur J Pharmacol 756: 8-14, 2015.

Figure 5. Effect of Cx43 on TNF‑α‑induced caspase‑3 activity in cultured 
human VSMCs. Cultured VSMCs were exposed to pcDNA3.1‑Cx43 or NPPB 
(100 µM) prior to the addition of TNF‑α for 24 h. #P<0.01 vs. control group. 
§P<0.05 vs. TNF‑α + pcDNA3.1‑Cx43 group. Cx43, connexin 43; TNF‑α, 
tumor necrosis factor‑α; VSMCs, vascular smooth muscle cells; NPPB, 
natriuretic peptide B.



MOLECULAR MEDICINE REPORTS  15:  1407-1411,  2017 1411

 8. Kwak BR, Mulhaupt F, Veillard N, Gros DB and Mach F: Altered 
pattern of vascular connexin expression in atherosclerotic 
plaques. Arterioscler Thromb Vasc Biol 22: 225‑230, 2002.

 9. Chanson M, Derouette JP, Roth I, Foglia B, Scerri I, Dudez T and 
Kwak BR: Gap junctional communication in tissue inflammation 
and repair. Biochim Biophys Acta 1711: 197‑207, 2005.

10. Deglise S, Martin D, Probst H, Saucy F, Hayoz D, Waeber G, Nicod P, 
Ris HB, Corpataux JM and Haefliger JA: Increased connexin43 
expression in human saphenous veins in culture is associated with 
intimal hyperplasia. J Vasc Surg 41: 1043‑1052, 2005.

11. Mitra AK, Jia G, Gangahar DM and Agrawal DK: Temporal 
PTEN inactivation causes proliferation of saphenous vein smooth 
muscle cells of human CABG conduits. J Cell Mol Med 13: 
177-187, 2009.

12. Kim J and Ko J: Human sLZIP promotes atherosclerosis via 
MMP‑9 transcription and vascular smooth muscle cell migra-
tion. FASEB J 28: 5010-5021, 2014.

13. Zhuang J, Peng W, Li H, Lu Y, Wang K, Fan F, Li S and Xu Y: 
Inhibitory effects of vinpocetine on the progression of athero-
sclerosis are mediated by Akt/NF-κB dependent mechanisms in 
apoE‑/‑ mice. PLoS One 8: e82509, 2013.

14. McSpadden LC, Kirkton RD and Bursac N: Electrotonic loading 
of anisotropic cardiac monolayers by unexcitable cells depends 
on connexin type and expression level. Am J Physiol Cell 
Physiol 297: C339‑C351, 2009.

15. Zhang Y, Kanter EM and Yamada KA: Remodeling of cardiac 
fibroblasts following myocardial infarction results in increased 
gap junction intercellular communication. Cardiovasc Pathol 19: 
e233‑e240, 2010.

16. Oviedo‑Orta E and Howard Evans W: Gap junctions and 
connexin‑mediated communication in the immune system. 
Biochim Biophys Acta 1662: 102‑112, 2004.

17. Chadjichristos CE, Matter CM, Roth I, Sutter E, Pelli G, Luscher TF, 
Chanson M and Kwak BR: Reduced connexin43 expression limits 
neointima formation after balloon distension injury in hypercholes-
terolemic mice. Circulation 113: 2835‑2843, 2006.

18. Chadjichristos CE, Morel S, Derouette JP, Sutter E, Roth I, 
Brisset AC, Bochaton‑Piallat ML and Kwak BR: Targeting 
connexin 43 prevents platelet‑derived growth factor‑BB‑induced 
phenotypic change in porcine coronary artery smooth muscle 
cells. Circ Res 102: 653‑660, 2008.

19. Rotllan N, Wanschel AC, Fernández‑Hernando A, Salerno AG, 
Offermanns S, Sessa WC and Fernández‑Hernando C: Genetic 
evidence supports a major role for Akt1 in VSMCs during athero-
genesis. Circ Res 116: 1744-1752, 2015.

20. Moran EP and Agrawal DK: Increased expression of inhibitor 
of apoptosis proteins in atherosclerotic plaques of symptomatic 
patients with carotid stenosis. Exp Mol Pathol 83: 11-16, 2007.

21. Gray K, Kumar S, Figg N, Harrison J, Baker L, Mercer J, 
Littlewood T and Bennett M: Effects of DNA damage in 
smooth muscle cells in atherosclerosis. Circ Res 116: 816‑826, 
2015.

22. Clarke MC, Figg N, Maguire JJ, Davenport AP, Goddard M, 
Littlewood TD and Bennett MR: Apoptosis of vascular smooth 
muscle cells induces features of plaque vulnerability in athero-
sclerosis. Nat Med 12: 1075‑1080, 2006.

23. Wu X, Huang W, Luo G and Alain LA: Hypoxia induces connexin 
43 dysregulation by modulating matrix metalloproteinases via 
MAPK signaling. Mol Cell Biochem 384: 155-162, 2013.

24. Kimura K, Orita T, Morishige N, Nishida T and Sonoda KH: 
Role of the JNK signaling pathway in downregulation of 
connexin43 by TNF‑α in human corneal fibroblasts. Curr Eye 
Res 38: 926‑932, 2013.

25. Shyu KG, Wang BW, Yang YH, Tsai SC, Lin S and Lee CC: 
Amphetamine activates connexin43 gene expression in cultured 
neonatal rat cardiomyocytes through JNK and AP‑1 pathway. 
Cardiovasc Res 63: 98-108, 2004.

26. Fernandez‑Cobo M, Gingalewski C, Drujan D and De Maio A: 
Downregulation of connexin 43 gene expression in rat heart 
during inflammation. The role of tumour necrosis factor. 
Cytokine 11: 216‑224, 1999.

27. Saez PJ, Shoji KF, Aguirre A and Sáez JC: Regulation of 
hemichannels and gap junction channels by cytokines in 
antigen‑presenting cells. Mediators Inflamm 2014: 742734, 
2014.

28. Huang S, Dudez T, Scerri I, Thomas MA, Giepmans BN, 
Suter S and Chanson M: Defective activation of c‑Src in cystic 
fibrosis airway epithelial cells results in loss of tumor necrosis 
factor‑alpha‑induced gap junction regulation. J Biol Chem 278: 
8326‑8332, 2003.


