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Introduction
 

n recent decades, the number of people 
with diabetes is rising. International 
Diabetes Federation stated that 365 million 

people suffered from diabetes in 2011 and is 
rising up to 552 million until 2030 (1). 
The diabetic incidence rise is attributed to 
environmental and lifestyle changes (2). The 

cardiac fibrosis is a common pathological 
process presented in a variety of diseases, 
including hypertension and diabetes. Diabetes 
and hypertension is the underlying cause of 
cardiovascular complications, including 
cardiac fibrosis (2-3). Cardiac fibrosis is one 
of the pathophysiological process that 
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Abstract 
Objective: High-intensity interval training (HIIT) and continues 
aerobic training (CT) have cardio-protective effects in diabetic 
rats. The functional role of microRNA in heart was studied. Only 
miR-29a levels were found to correlate with cardiac fibrosis, 
This study tests the hypothesis that applying HIIT and CT cases 
miR-29a increasing is associated with a reduction of connective 
tissue growth factor (CTGF)  induced cardiac fibrosis. 
Materials and Methods: In this randomized controlled trial, 
18 male diabetic rats were included. They were divided into 3 
groups called as HIIT, CT and control. Exercise protocol was 
performed 5 days/week for 5 weeks. The miR-29a and CTGF 
synthesis were compared between the groups by real time- PCR. 
Results: Our results demonstrated that elevation of miR-29a 
using HIIT (2.67�1.02, P=0.010,) or CT (1.79�0.49, P=0.002) 
are effective in inhibiting CTGF (HIIT:0.17��. �7,		P=0.000-
CT:0.39�0.27, � 
 0.000	�-induced cardiac fibrosis, suggesting 
that these types training would be selected as a new adjunctive 
therapy in the heart fibrosis- derived diabetic. 
Discussion: The HIIT and CT showed increased levels of miR-
29a compared CT group which is shown to decrease CTGF level 
resulting into lowered fibrosis of heart tissue in diabetic patients. 
Keywords: miR-29a, CTGF Gene, High intensity interval 
training, Heart, Diabetes mellitus  
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accompanied by myocardial stiffness, low 
pumping capacity of the heart and overall lead 
to heart failure (4,5).  
Connective tissue growth factor (CTGF) is a 
matricellular and multifunctional glycoprotein 
binding to heparin in all fibrosis conditions 
almost enriched. CTGF regulates cell 
proliferation, extracellular matrix remodeling 
and angiogenesis. CTGF can act on the cells 
that has been secreted it when synthesis of 
extracellular matrix (ECM) increases in 
normal fibroblasts to a level seen in cells of 
fibrotic lesions in an autocrine manner (6,7).  
However no curative treatment for cardiac 
fibrosis was found. The miR-29a implication 
in biological processes like fibrosis is 
important (8). The miR-29 family members 
were detected to target various professional 
genes and their pathways, regulating fibrosis 
and ECM remodeling in organs and tissues as 
kidney, liver, lung and heart (9-12). A 
functional link between miRNAs and 
cardiomyocyte fibrosis induced diabetic has 
remained unclear. A safe strategy that can be 
used to reduce cardiac fibrosis in diabetic 
patients is important. 
It is less known about the events by which 
exercise could affect disturbances in cardiac 
fibrosis signaling pathways and activity of 
miR-29a in the diabetic male rats. Thus, it is 
important to know whether HIIT and CT 
might be beneficial in attenuating CTGF-
induced disturbances in expression of proteins 
involved in cardiac fibrosis signaling pathways 
and miR-29a in the heart of diabetic male rats. 
The objective of this study was to determine 
the effects of continues training and high 
intensity interval training on miR-29a and 
CTGF gene expression in male wistar diabetic 
rats’ heart tissue. 
 

Materials and Methods 
Experimental 
Twenty four diabetic mature male Albino 
Wistar rats were studied. They were supplied 
by the Pasteur Institute of Iran (Tehran, Iran), 
and housed under standard laboratory 
conditions in pairs in a 12 h–12 h light–dark 

cycle, at 22 ± 2 °C room temperature, with 
humidity of 50±10% and the same nutrition. 
Their maintenance weight was 260±10 gr. 
Rats had unrestricted access to standard rat 
chow (pellet) and tap water. Total time spent 
at the laboratory was 5 weeks for all rats. They 
became diabetic by 50 mg/kg streptozotocin 
solution in citrate buffer injected 
intraperitoneal. During practice the animals 
did not receive any medical treatment. One 
week after injection, exercises were started by 
5 sessions from low to normal speed. Then 
randomly rats were divided into 3 groups. 
Control group: The control group (8 rats) did 
not participate in any exercise program, but to 
create the same environmental conditions five 
times a week they were immobilized on a 
treadmill for 10 to 15 minutes per session. 
High intensity interval training (HIIT) group 
(8 rats): Each session consisted of 25 minutes 
of running on a treadmill by HIIT protocol that 
implemented by Roglic et al (16).The protocol 
consisted of: Warm up for five minutes with 
an intensity of 30-40% of VO2max then four 
times intervals (three minutes 85 to 90 percent 
VO2max intensity and one minute recovery 
with 30 to 35 percent of VO2max intensity 
between intervals), then five-minute cool-
down with an intensity of 30-40% of VO2max 
(13). 
Continuous aerobic training (CT) group (8 
rats): Each session included 40 minutes of 
continuous aerobic training program running 
on a treadmill that consist of: five-minute 
warm-up with 30 to 40 percent of VO2max 
then 30 minutes running with 60- 65% 
VO2max and five-minute cool-down with 30 
to 40 percent of VO2max.  
Twenty four hours after the last training 
session, after an overnight fasting rats were 
anesthetized by intraperitoneal injection of 
ketamine (90 mg/ kg) and Xylazine (10 
mg/kg).Then they were  sacrificed, blood 
samples were collected directly from the 
hearts of rats and serum was isolated by 
centrifugation at 3000g, 10 ℃, for 4 min. The 
left ventricular heart tissue was removed, 
frozen in liquid nitrogen and stored for later 
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analysis immediately after washing in saline. 
cDNA synthesis was performed using 1µg of 
RNA using random hexamer primer and full 
reverse transcriptase enzyme. 
 
Statistical analysis 
To ensure the normal distribution of data 
Kolmogorov- Smirnov test was used. Then, to 
determine the significance of differences in the 
expression of each training group and the 
control group as well as to study the 
differences between the three groups T-
independent test was used, in another way 
ANOVA test for homogeneity of variances 
and determining the position of significance in 
post hoc Tukey test was used as well. All 
statistical operations of research using SPSS 
version 22 with the significance level of 
P<0.05 were considered.   
This study confirmed by animal ethics 
committee of Tehran University (EC-00312). 
 

Results 
In this study, 24 diabetic male rats in three 
groups were studied for the gene expression of 
MIR29A and CTGF. Table one showed the 
average mean weight and serum glucose of 

rats in 3 different groups. No changes in 
weight and glucose concentration were found 
applying HIIT and CT type exercise as 
compared to control group.  
As can be seen average mean weight did not 
change significantly in three groups before and 
after exercise program. The glucose 
concentration also did not differ in groups 
under investigation. Electrophoresis was 
performed at a voltage of 120 for 60-90 
minutes in order to detect 18s to 28s bands. 
Here the results indicated the good quality of 
RNA purified. In this study, qRT-PCR 
technique was used for gene expression 
assessment of miR-29a and CTFG. The gene 
expression curves were given for miR-29a and 
CTFG and the melting curve for GAPDH as 
follow. 
The level of expression and melting were 
calculated using the standard formula for 
quantitative real time PCR. The sample curve 
for MIR29A and CTGF and GAPDH are given 
as above. 
HIIT affected on the miR-29a expression was 
compared to controlled group. Mean fold 
changes of miR-29a expression in HIIT group 
versus control group was 2.67 (SD=1.02), 
P=0.010 which was significant. CT affected 

Table 1. The mean weight and standard deviation (SD) in three groups under investigation 

Varible 
HIIT 

(mean±SD) 

CT 

(mean±SD) 

C 

(mean±SD) 

Weight(gr) before test                      261�11 258�13 260�11 
Weight(gr) after test                               238.17�17/9 250.1�13.1 276.4�16.5 
Glucose(mg/dl) after test  502.8�10.2 518.4�13.4 517.6�11.5 
HIIT (High Intensity Interval Training) n=8, CT (Continues Aerobic Training) n=8, C (Control group) n=8. 

 

 
Figure 1. Bands of 18s, 28s of RNA indicating proper purification of RNA for further experiments. 
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on the miR-29a expression was compared to 
controlled group, P=0.002. Mean fold changes 
of miR-29a expression in HIIT group versus 
CT group was 1.79 (SD=0.49), P=0.002 which 
was also shown to be significant (figure 3).  
One way ANOVA analysis showed that CTGF 
expression was significantly lower in HIIT and 
CT group compared to control group 
(0.17 ��. �7,		 P=0.000) and (0.39 �0.27,		 
P=0.000). One way ANOVA analysis showed 
that CTGF expression was lower in HIIT 
group compared to CT group (P=0.037) (fig-
4).  
The above results indicated that miR-29a 
concentration increased as compared to control 
group while CTGF concentration decreases 
considerably.   
In summery it could be seen that miR-29a is 
increased in both HIIT and CT groups and 
CTGF decreased in both experimental group 
compared to control group, which indicated 
the positive effect of training applied in this 
experiment on lowering the fibrosis of heart 
tissues. We concluded considering the results 
that HITT and CT exercises will lower down 
the possibility of fibrosis by increasing mir29a 
as a controlling agent. 

 
Discussion 
The cardiac fibrosis induced by diabetes is an 
initial and important step in the development 
of cardiac dysfunction. In the present study we 
demonstrated that CTGF expresses 
significantly increased when the level of miR-
29a is low.  
The fifth leading cause of death globally is 
diabetes (14). Hyperglycemia induced 
cardiomyocytes intracellular changes with 
diabetes complications (15,16). In 
hyperglycemia, cellular metabolism and stable 
macromolecules acute changes during the time 
can result in chronic inflammation and tissue 
damage initiate, which induces organs 
dysfunction (17,18). This general process is 
modified by genetic determinants of individual 
susceptibility and independent accelerating 
factors (19-21).   
Framingham in his concentration study on 
Heart stated that diabetes and HF initially are 
linked (Kannel et al., 1974). Diabetes 
increases N2.5-fold HF incidence (Nichols et 
al., 2004; Thrainsdottir et al., 2005; Aksnes et 
al., 2007). Diabetes-induced cardiac fibrosis is 
accompanied  (and likely  triggered)  by the 

        

 

Figure 2. A and B the expression curve for MIR29A and CTGF (different concentrations of miR-29a and CTGF 

respectively) and GAPDH melting curve are indicated here (C). 
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upregulation of transforming growth factor 
(TGF-β1), its receptor TGF-β receptor II, and 
its downstream mediator, CTGF (Mizushige et 
al., 2000; Way et al., 2002; Westermann et al., 
2007; D'Souza et al., 2011). 
By regulating the expression of target genes, 
miRNAs are involved in a variety of biological 
processes including cell cycle regulation, 
differentiation, development, metabolism, 
neuronal patterning and aging (22). Many 
studies have also demonstrated the cooperative 
nature of the CTGF and TGF-b in the animal 
models fibrosis promotion (23). The CTGF 

plays an important role in the pathogenesis of 
chronic fibrotic diseases and causes EMT-like 
cell fate changes in vivo and in vitro (24,25). 
CTGF blockade inhibits extracellular matrix 
accumulation and EMT caused by angiotensin 
II and TGF-b (26,27).  
In fact CTGF is a CCN2 protein (28), the CCN 
proteins include of cyr61, nov, and ctgf are 
original details of participating regulator 
matri-cellular in cell signaling of internal and 
external (29). CCN proteins are secreted, 
extracellular matrix (ECM)-associated proteins 
that regulate such cellular processes as 

 
 

Figure 3. miR-29a expression changes in HIIT and CT groups (The change was compared with the control group). 

 
Figure 4. CTGF expression changes in HIIT and CT groups (The change was compared with the control group). 
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adhesion, migration, mitogenesis, 
differentiation, and survival. They also have 
been implicated in wound healing, 
tumorigenesis, and fibrotic and vascular 
diseases. Other perspectives on this family of 
proteins have emphasized their possible 
involvement in wound healing, fibrosis, and 
atherosclerosis (30). CTGF is both necessary 
and sufficient to initiate fibrosis in the 
presence of TGF-b and vice versa (31). 
Several studies show that how miRNAs and 
their relevant expressed target genes in 
experimental diabetic animals hearts are 
differentially and the miRNA levels 
deregulation in progressive heart failure are 
effective (32-35). The miRNAs are a plentiful 
class of about 17–25 nucleotides small 
noncoding RNAs, as many diverse biological 
processes original regulators. (36-38). They 
can express the protein-coding genes regulate 
at the post-transcriptional level through 
binding to the 3’untranslational region 
(3’UTR) of target mRNAs (38). The miRNAs 
by target genes expression are involved in a 
variety of biological processes including cell 
cycle regulation, differentiation, development, 
metabolism, neuronal patterning and aging 
(22). The miR-29 family contains of miR-29a, 
miR-29b and miR-29c that are encoded by two 
separate different loci, giving rise to 
bicistronic precursor pioneer miRs namely 
miR-29a/b1 and miR- 29b2/c (8). The miR-29 
a and b (b1 and b2) in rat genome located on 
chromosome 4 (39) 
L Lin et al stated that miR-29 be dedicated as 
prognostic marker and therapeutic target for 
hepatocellular carcinoma (HCC) (40). 
Sonnylal et al, stated that in vivo and in vitro 
CTGF expression in mesenchymal cells in the 
skin and lungs can cause changes in the 
differentiation program of adjacent epithelial 
cells. These changes might contribute to 
fibrogenesis (24). LB N et al. stated that Rat ̓s 
miR-29a and miR-29b in cardiovascular 
diseases causing is dramatically effective, 
miR-29a was one of the miRs of efficacious 
on children with Type 1 DM (41). Knabel M k 
et al, stated that a single systemic injection of 

a miR-29a expressing adeno-associated virus 
prevent fibrosis in advanced fibrotic livers of 
carbon tetrachloride (CCL4). The miR-29 can 
be effective on diseases associated with 
fibrosis too (42). In Chuang & et al research, 
miR-29c function revealed with COL3A1 and 
DNMT3A expression inhibition. In this way 
miR-29c decreases a number of fibrosis cases 
pathways (43). 
While exercise training prevents disease and 
recovers individuals health, there is debate in 
the literature regarding the optimal intensity of 
exercise. CT and HIIT have largely been 
employed to elicit functional improvements in 
aerobic capacity (44). 
HIIT would be represented a time efficient 
clinically relevant tool to improve aerobic 
fitness in healthy individuals (45) and involves 
alternating between short bouts of high-
intensity exercise and periods of lower 
intensities or inactivity (46). It has been 
recently shown that HIIT is safe, well 
tolerated, and leads to superior improvements 
in exercise capacity and fitness when 
compared to moderate intensity training (MIT) 
in various populations including those with 
obesity (47).  
When compared to CT, HIIT offers similar 
health benefits, including improved insulin 
sensitivity, and endothelial function (48). 
Participants preferred HIIT over CT, which 
could potentially lead to higher compliance to 
the exercise regimen (49). Holloway Tanya 
M.,et al.in their research stated that both ET 
and HIIT would decrease left ventricular 
fibrosis, cross sectional area, and molecular 
markers of heart failure, and increase left 
ventricular capillarization similarly in Dahl/SS 
rats, providing clinical support for the use of 
HIIT (50). Many studies have successfully 
reduced diastolic stiffness by targeting the 
signaling factors involved in the development 
of fibrosis, such as TGF-β (51-53). In Tjønna ̓ 
et al. study, HIT was also found to be better 
than MIT in reducing cardiovascular risk 
factors in patients with metabolic syndrome 
(54). 
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In this study we described and evaluated the 
effects of 5 weeks HIIT and CT on miR-29a 
and CTGF gene expression in Male Wistar 
diabetic Rats’ Heart Tissue. In this way we 
reveal that by HIIT and CT, increasing miR-
29a (fig-3) and decreases CTGF expression 
(fig-4). CTGF reduction is related with 
decreasing cardiac fibrosis. It would be one 
safe way for declining heart fibrosis- derive 
diabetic. Of course HIIT that involves 
alternating between short bouts of high-
intensity exercise and periods of lower 
intensities or inactivity, can be perform in little 
time and with more comfortable and leads to 
superior improvements in exercise capacity 
and fitness. Hence HIIT implementation 
decreases heart fibrosis without drug tolerance 

and acceptance. HIIT is better compatible for 
diabetic rats other than CT and it have better 
effects on cardiac function. Further studies can 
compare the HIIT and CT in human for use of 
this method in diabetic patients for better 
cardiac function and inhibit the diabetic 
derived from fibrosis. HIIT is well tolerated 
exercise and is effective in miR29a expression.  
 
Conclusions 
By the results of this study miR29a expression 
influence the CTGF expression which is a key 
factor in cardiac fibrosis. So HIIT particularly 
in diabetics can be a modality for lowering the 
risk of cardiac fibrosis.  
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