1' frontiers

in Endocrinology

ORIGINAL RESEARCH
published: 27 November 2020
doi: 10.3389/fendo.2020.522340

OPEN ACCESS

Edited by:

Tarik Issad,

Centre National de la Recherche
Scientifique (CNRS), France

Reviewed by:

Mireille Cormont,

INSERM U1065 Centre Méditerranéen
de Médecine Moléculaire, France
Jean-Francgois Tanti,

INSERM U1065 Centre Méditerranéen
de Médecine Moléculaire, France

*Correspondence:
Yanchao Xu
y_yanchao2019@126.com

Specialty section:

This article was submitted to
Molecular and Structural
Endocrinology,

a section of the journal
Frontiers in Endocrinology

Received: 22 December 2019
Accepted: 03 September 2020
Published: 27 November 2020

Citation:

Liu X, Zhang Y, Liang H and Xu Y
(2020) Overexpression of
microRNA-216a-3p Accelerates the
Inflammatory Response in
Cardiomyocytes in Type 2 Diabetes
Mellitus by Targeting IFN-a2.

Front. Endocrinol. 11:522340.

doi: 10.3389/fendo.2020.522340

Check for
updates

RETRACTED: Overexpression of
microRNA-216a-3p Accelerates the
Inflammatory Response in
Cardiomyocytes in Type 2 Diabetes
Mellitus by Targeting IFN-«2

Xiaomeng Liu', Yusong Zhang?, Hongwei Liang?® and Yanchao Xu ™

" The 2nd Ward, Department of Endocrinology and Metabolism, Linyi People’s Hospital, Linyi, China, ? Imaging Center, Linyi
People’s Hospital, Linyi, China, ° Department of Health Care, Linyi People’s Hospital, Linyi, China

Background: Type 2 diabetes mellitus (T2DM) is a chronic, hyperglycemia-associated,
metabolic disorder. Heart disease is a major complication of T2DM. The present
study aimed to explore the effects of miR-216a-3p on cardiomyocyte proliferation,
apoptosis, and inflammation in T2DM through the Toll-like receptor (TLR) pathway
involving interferon-a2 (IFN-a2) mediation.

Methods: T2DM was induced in rats by a high-fat diet, in combination with an
intraperitoneal injection of low-dose streptozotocin. ELISAs were conducted to measure
inflammatory-related factors in serum. Next, isolated cardiomyocytes were used in
loss- and gain-of-function experiments, followed by MTT and flow cytometry assays,
conducted to evaluate cell proliferation, cell cycle, and apoptosis.

Results: Our results revealed an increase in the inflammatory response in T2DM rat
models, accompanied by significantly increased expression of miR-216a-3p and TLR
pathway-related genes. However, a decrease in the expression of IFN-a2 was observed.
Moreover, the presence of an miR-216a-3p inhibitor and si-IFN-a2 increased the
expression of TLR pathway-related genes and cell apoptosis, whereas cell proliferation
was significantly decreased in the cardiomyocytes.

Conclusion: We found that in T2DM, miR-216a-3p inhibited the proliferation and
enhanced the apoptosis of cardiomyocytes and generated an inflammatory response
through activation of the TLR pathway and targeting of IFN-a2.

Keywords: microRNA-216a-3p, interferon-o2, Toll-like receptor signaling pathway, type 2 diabetes mellitus,
cardiomyocytes, proliferation

INTRODUCTION

Type 2 diabetes mellitus (T2DM) is a prevalent chronic disease among the aging population, often
accompanied by co-morbidities and geriatric syndromes (1). T2DM patients are considered to
be at a higher risk of developing cardiovascular events, including coronary, cerebrovascular, and
peripheral arterial ischemia (2). Incidentally, heart disease, including heart failure, have been shown
to be a major cause of death in T2DM patients (3). Moreover, any abnormalities in myocardial
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Effects of miR-216a-3p on T2DM

FIGURE 2 | The expression of IFN-a2, miR-216, and TLR-related genes in T2DM rats. (A) immunohistochemical staining (x200) of IFN-a2-positive expression in
myocardial tissues of rats in the normal and T2DM groups; (B) mMRNA expression of IFN-a2, miR-216a-3p, and TLR pathway-related genes in the normal and T2DM
groups using RT-qPCR; (C) protein expression of IFN-a2 and TLR pathway-related genes in the normal and T2DM groups determined by Western blot analysis. *p <
0.05 vs. the normal group. The measurement data were presented by the mean + standard deviation and analyzed using unpaired t-test. n = 24.

viability; however, the opposite was observed in the T2DM miR-
216a-3p inhibitor + si-IFN-a2 group compared with the T2DM
miR-216a-3p inhibitor group (p < 0.05).

These results suggest that the activity of myocardial cells in
rats was significantly enhanced by knockdown of miR-R16a-3p
or by overexpression of IFN-a2.

MiR-216a-3p Downregulates IFN-a2 to

Promote Apoptosis of Cardiomyocytes

Western blot and Annexin-V-FITC apoptosis flow cytometry
were used to explore the influence of miR-216a-3p and IFN-
a2 on cardiomyocyte apoptosis-related genes and apoptosis
rate (Figures 6A-C). It can be found that compared with the
normal group, there was significant increases in the Cleaved
caspase3 and caspase3 expressions (Figure 6A) and apoptosis
rate (Figures 6B,C) of the remaining three groups (all p <
0.05); however, no significant difference was observed among
the remaining three groups. In contrast to the T2DM group,
Cleaved caspase3 and caspase3 expressions and apoptosis rate in
the T2DM miR-216a-3p inhibitor and T2DM oe-IFN-a2 groups
were reduced, while in comparison with the T2DM miR-216a-
3p inhibitor group, Cleaved caspase3 and caspase3 expressions
and apoptosis rate were elevated in the T2DM miR-216a-3p

inhibitor + si-IFN-a2 group (p < 0.05). These results suggest that
the decrease in cardiomyocyte apoptosis follows the silencing of
miR-216a-3p or upregulation of IFN-a2.

DISCUSSION

T2DM is a complex multisystem disease characterized by insulin
resistance and regarded as the most common metabolic disorder
worldwide (12). Recently, studies have provided insight into
the therapeutic role of miRNAs in the prevention of the
complications caused by diabetes (33). The main objective of this
study was to investigate the effects and potential mechanism of
miR-216a-3p and its downstream target FN-a2, on inflammation
in cardiovascular disease including proliferation and apoptosis of
cardiomyocytes in T2DM via the TLR pathway.

First, we found that miR-216a-3p was highly expressed in
T2DM rats, whereas the expression of IFN-a2 protein was
low. Moreover, multiple kinds of miRNAs have been identified
as early biomarkers of T2DM and reported to be involved
into the physiological mechanisms of tissues during diabetes
complications (11, 34), while a recent study has reported an
increase in the expressions of miR-216a in patients suffering from
diabetic ischemic heart failure (15). Similarly, miR-216a has been
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FIGURE 3 | IFN-a2 is a target gene of miR-216a-3p. (A) Prediction of the miR-216a-3p binding site on the 3'UTR of IFN-a2 by TargetScan; (B) relative luciferase
activity of IFN-a2-wt and IFN-a2-mut from a dual-luciferase reporter gene assay; *p < 0.05 vs. the NC group. The measurement data were presented by the mean +
standard deviation. The experiment was repeated three times. One-way ANOVA was used for comparisons among multiple groups followed by Tukey’s post-hoc test.
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reported to play a significant role in the pathogenesis of diabetic
nephropathy, thus possessing significant importance in diabetic
nephropathy due to its functional role as a diagnostic tool and
potential therapeutic target (14, 35). In particular, the presence
of a high level of miR-216 in the apoptotic bodies of dying
endothelial cells and high expression of miR-126 in serum suggest
it as a potential biomarker for T2DM patients and can be used to
monitor the development of different complications in diabetes
(36). Nevertheless, the miR-451 antagonist has also been reported
to protect against cardiac fibrosis in streptozotocin-induced
diabetic mouse heart (37). While IFN-a is a pleiotropic cytokine
that exerts contrasting injurious and conducive effects on T1DM,
its production could be correlated with T1IDM pathogenesis,
which assists the regulation of established diabetes (38, 39).
However, the development and progression of diabetes in TIDM
patients can be effectively controlled by IFN-a2a (40).
Furthermore, our data depicted an increase in the
concentrations of SSPG and SSPI in T2DM rats. Additionally,
we observed a significant increase in IL-1B, IL-6, TNF-a,
TC, TG, and LDL-C. T2DM is commonly accompanied by
insulin resistance with a habitual increase in circulating insulin
levels (41). However, along with metabolic syndrome, insulin
resistance is one of the most significant risk factors for patients
with diabetes (42). Notably, elevated levels in the expression of
both IL-1f and IL-6 (biomarkers for inflammation) have been

reported in T2DM patients (43). Accordingly, the involvement of
TNF-a in insulin resistance has been indicated to be potentially
associated with the pathogenesis of T2DM (44). Moreover, a
remarkable increase in the concentration of pro-inflammatory
cytokine TNF-a in the serum of patients with T2DM has also
been illustrated (45). Similarly, Tian et al. have reported elevated
levels of TG and LDL-C in diabetes patients compared to healthy
controls (46).

Importantly, after transfection, our data reported an increase
in the expressions of TLR2, TLR4, MyD88, p-IRAKI, and
p-IRF3 in the presence of miR-216a-3p inhibitor and si-
IFN-a2. TLR receptors are capable of recognizing ligands
and play an important role in innate and adaptive immune
responses (47). Nevertheless, miRNAs have also been identified
as important regulators of TLRs in the TLR pathway, and
their activation could result in the development of T2DM (48).
Accordingly, previous studies demonstrated that destabilization
of the mRNA molecules, encoding TLR molecules, is an energy-
efficient mechanism in the regulation of TLRs, whereas miRNA
possesses the ability to control the signaling molecules through
translational inhibition or mRNA decay (49).

Additionally, IFN-a has also been reported to regulate the
TLR pathways in human macrophages and exert a great impact
on the regulation of early immune responses by activating TLR
(23). However, NS5B can delay cell cycle progression by inducing
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FIGURE 4 | Inhibition of miR-216a-3p suppressed TLR pathway. (A) The transfection efficiency of cardiomyocytes in each group determined by RT-gPCR,; (B) the
expression of IL-18, IL-6, and TNF-a in cardiomyocytes of each group by ELISA; (C) the expression of TLR pathway-related genes in cardiomyocytes from each group
by RT-gPCR; (D) protein expression of related genes in cardiomyocytes normalized to GAPDH after transfection determined by Western blot analysis; *p < 0.05 vs.
the normal group; #p < 0.05 vs. the T2DM/T2DM inhibitor NC/T2DM oe-NC group; ¥p < 0.05 vs. the T2DM miR-216a-3p inhibitor group. The measurement data
were presented by the mean + standard deviation and were analyzed by one-way ANOVA. The experiment was repeated three times. MyD88, myeloid differentiation
factor 88; p-IRAK1, phosphorylation of interleukin-1 receptor-associated kinase 1; p-IRF3, phosphorylation of interferon regulatory factor 3; GAPDH,
glyceraldehyde-3-phosphate dehydrogenase.

IFN-h through the activation of the TLR pathway without the
replication of the viral genome (50). Consistently, our study
manifested that the upregulation of miR-216a-3p could result
in the inhibition of the expression of IFN-a2 through the
TLR pathway by suppressing proliferation while promoting the
apoptosis of cardiomyocytes in T2DM.

Of note, previously reported studies have indicated the
involvement of endogenous ligands of the TLR pathway in
cellular processes including cell proliferation and apoptosis (47).
Thus, TLR7 could suppress the proliferation and promote the
apoptosis of pancreatic cancer cells by interfering with cell
cycle modulation and activating various cell pathways (51). On

the other hand, miR-216a has been shown to be involved in
the suppression of tumor metastasis and invasion in colorectal
cancer and pancreatic tumor (52, 53). Hence, this suggests that
TLR4 is an important regulator of wound inflammation and
possesses a critical role in the abnormalities of wound healing
in patients with T2DM; however, miRNAs can directly activate
RNA-sensing TLRs.

Notably, triploid hybrid IFN-a2, which 1is an
intracellular cytokine, could potentially regulate host
antiviral innate immunity (54). Moreover, IFN-y mediates
the cellular process in immune responses of humoral
adaptivity, ~whereas IFN-A1 treatment inhibits the
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FIGURE 5 | miR-216a-3p downregulated IFN-a2 to suppress T2DM cardiomyocyte proliferation. (A,B) Myocardial cell cycle in each group by flow cytometry; (C) MTT
used to detect the cell viability of myocardial cells in each group. *p < 0.05 vs. the normal group; #p < 0.05 vs. the T2DM/T2DM inhibitor NC/T2DM oe-NC group;
&p < 0.05 vs. the T2DM miR-216a-3p inhibitor group. The data were measurement data and presented by the mean =+ standard deviation and analyzed by
repeated-measures ANOVA. The experiment was repeated three times. OD, optical density; sSiRNA, small interference RNA.

autophagic activity in human hepatoma cells (18, 55).
Yet, IFN-B could potentially induce the proliferation of
CD4+CD25+Foxp3+ regulatory T cells for multiple
sclerosis treatment by upregulating GITRL on dendritic
cells (56).

CONCLUSION

In summary, our findings indicate that silencing miR-216a-
3p could facilitate proliferation; however, it was found that it
reduces the apoptosis of cardiomyocytes. Intriguingly, silencing
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FIGURE 6 | miR-216a-3p targeted IFN-a2 to promote apoptosis of cardiomyocytes. (A) The results of apoptosis-related gene Cleaved caspase3 and caspase3
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was repeated three times.

miR-216a-3p could alleviate inflammation in cardiovascular
diseases with T2DM by targeting IFN-a2 and through the
inactivation of the TLR pathway, which may provide a novel
target for the treatment of T2DM. However, further studies are
required to elucidate the underlying mechanisms of miR-216a-3p
in the prevention, treatment, and prognosis of T2DM in humans.
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