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Abstract

Diabetes Mellitus (DM) is one of the major metabolic disorders and its severity leads to death. Enhancement in hyperglycaemic
conditions of DM gives rise to endothelial impairment in small and large blood vessels contributing towards microvascular and
macrovascular complications respectively. The pathogenesis of diabetic complications is associated with interruption of various
signal transduction pathways due to epigenetic modifications such as aberrant histone modifications, DNA methylation and
expression of miRNAs along with the long non-coding RNAs (IncRNAs). Amongst these epigenetic alterations, modulated
expressions of miRNAs confer to apoptosis and endothelial dysfunction of organs that gives rise to vascular complications. In this
review, we principally focussed on physiological role of miR29 family in DM and have discussed crosstalk between miR29
family and numerous genes involved in signal transduction pathways of Diabetic vascular complications. Incidences of diabetic
retinopathy exploiting the role of miR29 in regulation of EMT process, differential expression patterns of miR29 and promising
therapeutic role of miR29 have been discussed. We have summarised the therapeutic role of miR29 in podocyte impairment and
how miR29 regulates the expressions of profibrotic, inflammatory and ECM encoding genes in renal fibrosis under diabetic
conditions. We have also highlighted impact of miR29 expression patterns in cardiac angiopathy, cardiomyocyte’s apoptosis and
cardiac fibrosis. Additionally, we have also presented the contradictory actions of miR29 family in amelioration as well as in
enhancement of diabetic complications.

Keywords Diabetes mellitus - Epigenetics - miRNA29 - Diabetic vascular complications - Diabetic retinopathy - Diabetic
nephropathy - Diabetic cardiomyopathy

Introduction

Among several kinds of RNAs, some RNAs are involved in
regulation of the gene expressions. These regulatory RNAs are
recently discovered as microRNAs [1, 2]. miRNAs exhibit an
unique set of small, non-coding RNAs consisting of 18-24
nucleotides in order to negatively govern the expression of
genes causing degradation of target sequence of mRNA or
through inhibition of translation [3, 4]. Single miRNA can
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control the expressions of several genes as it has the ability to
bind to its target sequence of mRNA as imperfect or perfect
complement. Hence, a group of miRNAs may regulate about
30% of gene expressions in a cell. This implies to the pivotal
role played by miRNAs in maintenance of various physiolog-
ical functions [5]. These miRNAs are highly preserved from
plants to humans encoded by their respective genes [6]. Since
many miRNAs have not been clearly understood and their ex-
istence is still in dubious state, recent findings have contributed
important insights into physiological role of miR29 family. The
miR29 family especially in human involves hsa-miR29a, hsa-
miR29b-1, and hsa-miR29b-2 and hsa-miR-29 c. Out of these,
miR29b-1 and miR29b-2 have similar sequences and together
were called as ‘miR29b’. Mature miR29b sequences were
found to be conserved in mouse, rat and human [7].
Pathogenesis of diabetes and its complications involves
many genetic factors and biochemical pathways. It affects
cellular transcriptions of target organs and biochemical path-
ways resulting into abnormal gene expression of pro-
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apoptotic, pro-fibrotic, pro-inflammatory and growth promot-
ing genes. Epigenetics have also shown to play a vital role in
gene interactions [8]. The major molecular events involved in
epigenetic phenomenon are histone modifications, DNA
methylation and interfering RNAs. A study have reported that
interruption in signalling pathways (inflammation, apoptosis
and stress due to increased oxidation, etc.) occur as a result of
abnormal histone modifications, DNA methylation and mod-
ulated expressions of miRNAs and IncRNAs (long non-
coding RNAs) in T2DM [9]. As reported earlier, miRNAs
have demonstrated their crucial role in enhancing diabetes-
related chronic complications [8]. miRNAs control the expres-
sions of their target genes involved in signal transduction
pathways mediating insulin secretion in insulin-receptive tis-
sues. These are also involved in regulation of vascular homeo-
stasis and repression of diabetes-mediated end-stage organ
impairment [10]. Earlier reports have shown that IncRNAs
(long non-coding RNAs) and miRNAs maintained the gene
expression and functional control of inflammatory cytokines
and growth factors involved in diabetic complications. Altered
expression of such miRNAs in hyperglycaemic conditions
causes apoptosis and endothelial dysfunction of organs that
further lead to vascular complications [8].

In this review, we have focussed on physiological role of
miR29 family and construed a crosstalk between miR29 fam-
ily and genes involved in signal transduction mechanisms of
diabetic vascular complications.

Genomic constitution of miR29 family

The mature form of miR29 was found to be preserved among
mice, rats and humans possessing similar seed sequences
(AGCACC) [11]. The miR29 family consists of hsa-
miR29a, hsa-miR29b and hsa-miR29¢ [12]. The miR29b have
also been divided into two subtypes: miR29b-1 and miR29b-2
and the difference between these two subtypes is based on
their genomic locus and possessing similar mature forms of
miR29b [13]. A single nucleotide present outside the target
sequence was used to distinguish between miR29a, miR29¢
and miR29b [14]. The precursor gene for miR29b-1 and
miR29a was found to be positioned on chromosome 7q32.3
in human. Although precursor for miR29b and miR29 was
found to be in cis position on chromosome 1g32.2 [7]. The
transcription sequence of primary transcripts of miR29b1,
miR29b2, miR29a together with miR29¢ was reported to be
present in upstream direction. Exon of miR29b/c primary tran-
script encodes miR29b-2 and miR29¢ while miR29b-1 and
miR29a are transcribed from the last intron of primary tran-
script EU1543532 [7]. The two miR29 expressing gene
encoding clusters are located 1 kb apart from each other.
However, both the genomic clusters transcribed simultaneous-
ly as primary transcripts. A study has demonstrated a novel
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splice variant which have suggested that precursors of miR29a
and miR29b-1 can also be synthesized from the end exon of
another primary transcript (GU321462). Therefore, both ex-
onic as well as intronic coding will ultimately lead to synthesis
of mature miR29a and miR29b-1, but alternative splicing can
affect the maintenance of expression patterns of such miRNAs

[7].
MicroRNA29 family: A biomarker of diabetes mellitus

Hyperinsulinemia and hyperglycemia conditions have
shown increased expression of miR29 in the region of ad-
ipose tissue. It has been also reported that when hypergly-
cemic stress was given to 3 T3-L1 adipocytes, miR29 ex-
pression level was elevated [15]. Kong et al. have also
reported the higher expression of miR29 family in patients
susceptible to T2DM. Differential expressions of miR29
was also observed in TIDM patients worldwide. It was
found that miR29 directly involved in the maintenance of
[3-cell apoptosis and their networks of regulation [16].
Analyses of islets of TIDM mice model demonstrate that
the expression of miRNA leads to detrimental effects in
promotion of (3-cell destruction. The elevation in miR29
level was observed in insulin targeted tissues that created
resistance towards insulin in these mice [17]. Another ex-
periment which was carried out in Diabetic Goto-Kakizaki
rats, miR29a along with miR29b showed elevated expres-
sion patterns in liver and white adipose tissue (WAT). Such
elevated expressions of miR29a and miR29b was thought
to be induced due to decrease in caveolin protein (CAV2),
which is associated with lipid raft. The expression of CAV2
occurs in response to hyperinsulinemia as an intermediate
of insulin signal transduction pathway i.e. phos-
phatidylinositol 3-kinase regulatory subunit- (PIK3R1)
and Insulin-induced gene 1 (INSIG) [18]. miR29 have also
targeted Mctl (Monocarboxylate Transporter 1) to main-
tain insulin expression [19]. Since last 10 years, it has been
known that regulation of insulin signaling cascade in-
volved miR29 family via negative feedback mechanism.
However, an absolute mechanism is not yet known. An
experiment carried out by Kurtz et al. in diabetic mice
exhibited that transcription factor, FOXA2 was targeted
by miR29. FOXA-2 have shown to induce maintenance
of HMGSC2, ABHDS5 and PPARGCI1A [20]. It has been
also reported in one experiment that rise in miR29 expres-
sion in obese and pregnant sheep resulted in increased ex-
pression levels of miR29 in offspring lambs specifically in
the region of liver tissue [21]. Some studies have reported
exalted expressions of miR29b in T2DM patients [22]
while some studies have shown exalted expression levels
of miR29a in T2DM patients [22-25]. Such studies have
proposed that miR29 family could be a propitious target in
therapy of diabetes mellitus.
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Vascular complications of diabetes mellitus

Vascular complications of DM are of two types:
Macrovascular and microvascular complications.
Microvascular complications of DM are basically small blood
vessels' diseases including diabetic nephropathy, diabetic ret-
inopathy and diabetic neuropathy which cause end-stage renal
disorder (ESRD), blindness and severe neuropathic pain con-
ditions respectively. While the macrovascular complications
are the intricacies of large blood vessels i.e. impairment in
arterial walls of peripheral and coronary artery systems but
such macrovascular complications majorly arise due to kidney
disease in diabetes. These includes cerebrovascular, cardio-
vascular and peripheral vascular complications [26, 27]. In
hyperglycaemic conditions, alteration in microvasculature in-
fluences the capillary basement membrane involving arteri-
oles of retina, glomeruli, myocardium, muscle and skin. It
builds up microangiopathy and macrovascular complications
which arise due to complexities and structural aberrations like
hypertrophy, inappropriate blood flow and loss of physiolog-
ical function [28].

Role of microRNA29 in microvascular
complications

MicroRNA29 family targets in diabetic retinopathy

Diabetic retinopathy (DR) is a critical factor for blindness in
the world. Amongst the world’s population, about 1/3rd of
diabetic patients undergo DR and it further enhances the risk
factors involved in macrovascular complications such as coro-
nary heart disease, stroke, etc. [29] Approximately, 11% of
deviation in retinopathy risk is characterised by duration of
disease and level of HbAlc [30]. Clinical indications of DR
consist of retinal haemorrhage, recurrent bleeding by neovas-
cularisation and retinal detachment leading to blindness [29].
There are several miRNAs expressed in the tissues of retina but
expression of miR376c, miR136 [31], miR31, miR184,
miR150, miR10a, miR-10b, miR19a-3p, miR-338, miR-144,
miR-219-2-3p, 146a [32], miR-10a and miR-199a-3p [33]
were found to be significantly downregulated in retinopathy
conditions. The contribution of miRNAs in DR pathogenesis
was also illustrated by microarray expression profiling tech-
niques where expression of miR96, miR182, miR211, miR183,
miR135b, miR124, miR135, miR190b, miR592, miR29¢c, and
miR363 were found to be upregulation while miR 1 0a, miR10b,
miR199a-3p, miR338, miR144and miR219-2-3p were down-
regulated [34]. Additionally, miR125b has been found to be
involved in migration, proliferation and apoptosis of retinal
cells. miR125b was also reported to be involved in neovascu-
larization processes in DR and demonstrated upregulated or
downregulated expression in retinopathy conditions [35]. The

role of miR29 family in various signal transduction pathways
involved in pathogenesis of DR has been discussed in Fig. 1.

Regulation of EMT process by miR29

It was established that retinal pigment epithelial (RPE) cells
were involved in the progression of fibrosis in retina. It has
been also reported that RPE to mesenchymal cell transforma-
tion can be termed as EMT (Epithelial-to-mesenchymal tran-
sition) involved in proliferative diabetic retinopathy (PDR)
and proliferative vitreo retinopathy(PVR) [36, 37]. The mech-
anism of EMT is mainly activated by release of specific cyto-
kines especially TGF-f31 (Transforming Growth Factor)
which has been reported to be associated with several fibrotic
conditions [38]. Previous study also reported that miR29a/b/c
level is downregulated in response to upregulation of TGF-{31
[39]. This imbalance of miR29a/b/c level further promoted
EMT process and hence, downregulation of miR29 family
could be a possible therapeutic cause for disorders related to
fibrosis in retina [37]. Moreover, it was also found that Snail is
the principle transcription factor involved in the process of
EMT and was found to be targeted by miR29b [40]. It was
also been observed that miR29b could acts as an essential
regulator of EMT processing in ARPE-19 cells (Human
Retinal Pigment Epithelial Cell Line). The upregulation of
miR29b has stimulated resistance for EMT in ARPE-19 cells.
This study has also proved that Akt-2 and p-Akt-2 involved in
EMP process could be a potential targets of miR29b [36].
Additionally, expression of hsa-miR29a was found to be re-
markably high in fibrosis and angiogenesis in the vitreous of
eyes suffering from PDR [41].

miR29 involvement in apoptosis of retinal cells

The involvement of miR29 in apoptosis was established in
the study conducted on RPE cells grown under HG. The
upregulation of miR29 expression was found in RPE cells
grown under HG which may be linked to enhanced apopto-
sis because downregulation of miR29 have shown to be
responsible for protection against apoptosis in RPE cells
via targeting PTEN (Phosphatase and tensin homolog) path-
way and decreased production of caspase-9 in RPE cells
[42]. A study conducted in STZ-induced diabetic rats
showed that RAX (Pro-apoptotic RNA-dependant protein
kinase (PKR)-associated protein X) was responsible for ap-
optosis and miR29b were located in the retinal ganglion
cells (RGCs) and in the region of inner nuclear layer
(INL). It was observed that regulation of RAX activity is
indirectly controlled by miR29b. This signifies that miR29b
has a sheltering effect against apoptosis in RGCs and INL
cells through regulation of RAX-mediated PKR pathway
[43]. Moreover, a correlation between transcription factor
Spl (Specific proteinl) and miR29b was established where
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Fig. 1 The schematic demonstrates the crosstalk between miR29 family
and several signal transduction pathways involved in pathogenesis of
diabetic retinopathy. In inner nuclear cells and retinal ganglion cells,
miR29 shows its protective action via targeting PKR pathway and
inhibition of RAX to prevent cells’ apoptosis while in retinal pigment
epithelial cells, apoptosis is prevented via inhibition of PTEN pathway.
Choroidal Neovascularisation occurs in RPE cells via suppression of
miR29 and upregulation of VEGF, MMP-2 and NF-k 3. miR29 prevents
ROP via targeting Ang II. In addition to this, miR29 targets transcription

Spl which is a potential target for miR29b binds to the
promotor sequence of miR29b and prevents its expression
[44]. However, another study have opposed these results
where it was found that miR29b inhibited Sp1 transcription
and elevated its own expression [45]. It was observed that
under hyperglycaemic condition, Sp1 expression was high-
ly increased in rat retinal muller cells (rtMC-1) which was
directly targeted by miR29b at its promoter region [44].
This observation was found to be associated with myocar-
dial infarction-associated transcript (MIAT) [46]. MIAT is a
transcription factor activated by NF-k 3 that have shown its
expression majorly in brain tissue and heart. But the abrupt
expression pattern of MIAT was found to be responsible for
cell proliferation, migration and apoptosis in diabetic con-
ditions [47]. It has been already reported that under
hyperglycaemia, cell apoptosis gets elevated. However, it
was also observed that suppression of MIAT suppression
can reverse the cell apoptosis and regulate the expression
of miR29b as well as maintain high level of Sp1. The sug-
gested mechanism has showed defensive role of miR29 by
promoting cell survival and prevention of cellular apoptosis
via regulation of miR29b/Sp1 network [48].

@ Springer

Apoptosis of RGCs
T @ <—>¢(— miR29
PKR
Retinal Ganglion Cells

Rods & Cones

Apoptosis of RPE cells

miR29 < PTENl

miR29 Choroidal Neovascularization

VEGF, MMP-2, NF-kB

Cornea

EMT Snail
7 DO~ >L<
PDR & PVR \
TGF-B1
miR29b

Akt-2,pAkt-2
miR29

4 Agt RoP
miR29

Retinal Pigment Epithelial Cells
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Protein kinase RNA-activated pathway; RAX, Retinal homeobox pro-
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tion; TGF-31, Transforming growth factor-3 1

miR29s in retinal vascularization

Choroidal neovascularization (CNV) is the principal cause of
diabetic retinopathy which involves vascular degeneration
and pathological myopia. Overexpression of MMP-2 and
VEGF via retinal pigment epithelial (RPE) cells is the critical
step of angiogenesis in CNV of retina [49]. Previous studies
have also reported that NF-xf3 have contributed during initial
stages of angiogenesis and causes downregulation of miR29s.
NF-xf3 have also regulated MMP-2 transcription through its
direct activation or by downregulation of miR29s which could
lead to the invasion of basement membrane as well as ECM.
This signifies that miR29s could be the promising therapeutic
targets to cure CNV [50]. Earlier reports have proved that
Renin-angiotensin-aldosterone system (RAAS) plays an im-
portant role in the pathological condition of DR and causes
imbalance between Ang-I and Ang-II. Moreover, in case of
retinopathy of prematurity (ROP), Ang-II interacts with
growth factors such as vascular endothelial growth factors
(VEGF), which could further induce retinal angiogenesis lead-
ing to retinal neovascularization. Retinal neovascularization is
apredominant factor involved in ROP. miR29a could suppress
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this retinal neovascularisation condition by downregulation of
AGT and could prevent the development of ROP [51]. In
addition to this, upregulation of miR29a could diminish vas-
cular density of retina of rat models and endothelial cell nuclei
reduction [29].

MicroRNA29 family targets in diabetic nephropathy

Diabetic Nephropathy (DN) is another microvascular
complication involved in both type 1 and type 2 diabetes
mellitus. The prevalence of DN have been rising with
approximately 9% of the total world population affected
by DN [52]. Development of DN further gives rise to end-
stage renal disease (ESRD) which has become a predom-
inant cause of death [52, 53]. The patients suffering from
DN are at major risk to develop macrovascular complica-
tions. The key features involved in renal failure are
mesangial hypertrophy and ECM proteins aggregation in
renal tubules and glomerulus. Other prognosticators of
DN pathogenesis are due to the loss of integrity and apo-
ptosis of podocytes. The growth factors, oxidative stress,
advanced glycation end products (AGEs), metabolic
memory and release of inflammatory cytokines have been
reported as principle mediators involved in development
of DN and their activation gave rise to epigenetic modi-
fications [53]. Several experiments have shown aberrant
expressions of miRNAs in DN. Role of miRNAs in kid-
ney impairment conditions has emerged from reports of
renal phenotypes found in mice with podocyte specific
removal of Dicer that involved glomerulosclerosis,
tubulointerstitial fibrosis, proteinuria and destruction of
podocyte foot processes [54]. miR29 family plays an im-
perative role in chronic conditions of kidney diseases.
Various targets of miR29 family in signal transduction
pathways involved in pathogenesis of DN are discussed
in following sections as well as in Fig. 2.

miR29 family and histone deacetylase circuitry in podocyte
dysfunction

Podocytes dysfunction is a hallmark in pathophysiology
of DN. Impairment in kidney tissue under hyperglycaemic
conditions becomes a major incidence of glomerulopathy
and contributes to proteinuria and other kidney diseases
such as renal fibrosis [55]. Suppression of miR29 has
already been reported in renal fibrosis induced by
TGF-B1 [56]. HDACs (Histone Deacetylases) involved
in deacetylation of histone and non-histone proteins were
also found to be involved in homeostasis of glucose [57].
Amongst them, class I HDACs consist of HDAC4
(Histone Deacetylase 4) which interferes with stability of
nephrin and responsible for development of podocyte’s
impairment [58]. Nephrin is a slit diaphragm protein

present in renal tissue, is a tyrosine kinase that have
shown to maintain proper functioning of podocytes and
filtration capacity of glomerular basement membrane
(GBM). Loss of podocyte’s integrity as well as activity
of nephrin has shown to cause decreased filtration capac-
ity of glomerular filtration membrane. It results into satu-
ration of several high molecular weight proteins in urine
leading to proteinuria [59, 60]. In an earlier report, it was
found that upregulation of HDAC4 was also observed in
diabetic condition which have shown to inhibit miR29a
signal transduction and promoted podocyte’s dysfunction.
Moreover, overexpression of miR29b has shown to alle-
viate HDAC4 expression that re-established nephrin acet-
ylation process and prevented podocyte’s dysfunction.
Upregulation of miR29a signalling have also promoted
expression of podocyte-specific marker WT-1 which have
shown to take part in the maintenance of podocyte’s in-
tegrity and viability of tubular cells. In addition to this,
miR29%9a mitigated glomerulopathy and inflammation in
diabetic kidneys of mice. This signifies that miR29a could
be an essential therapeutic tool in podocytes’ impairment
[58]. Another class of histone deacetylase, Sirtl have
demonstrated to regulate the inflammatory responses in
DN under hyperglycaemic conditions [61]. In euglycemic
conditions, Sirtl have caused suppression of NF-kf3 by
controlling its silencing of transcription [62]. In
hyperglycaemic conditions, deacetylation activity of
Sirt] was altered by NF-kf3 which have shown to be as-
sociated with maintenance of inflammatory responses in
tissues [63]. In addition to this, it was found that NF-kf3
signaling decreases the expression levels of miR29 [64]. It
has also been reported that Spl is the transcription factor
for NF-k3 signalling [65] and could be a potential target
of miR29b. Therefore, miR29b causes suppression of re-
nal inflammation via inhibition of NF-kf3/Spl signalling
[66]. The transcription factor Nrf2 (NF-E2-related factor2)
was known as the main regulator of anti-cell press genes
and it has been observed that its loss causes rise in oxi-
dative stress as shown in the experiment conducted on
streptozotocin-induced diabetic mice [67]. The regulator
of Nrf-2 function is Keapl (Kelch-like ECH-associated
protein) that have regulated Nrf-2 expression level
through ubiquitination followed by degradation [68].
The reduction in Sirtl deacetylase activity was also ob-
served in hyperglycaemic condition which have contrib-
uted in downregulation of miR29, followed by suppres-
sion of Keapl/Nrf2 signaling. Nrf-2 loss followed by
Keapl upregulation was also observed through bioinfor-
matic analysis. It was found that miR29 binds to 3’-UTR
of mRNA of Keapl and controls its expression. All these
findings signify that DN have involved Sirtl/NF-«[3/miR-
29/Keap1/Nrf2 signalling pathways and miR29 could be
one of the regulator of these signalling pathways [69].
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Fig. 2 The schematic portrays crosstalk between miR29 family and
various signal transduction pathways involved in pathogenesis of
Diabetic Nephropathy. In mesangial cells, miR29a prevents activation
of pro-fibrotic genes via targeting Wnt/(3-Catenin signaling pathway
and shows defensive role in renal fibrosis while in podocytes, in inci-
dences of hyperglycaemia, downregulation of miR29a occurs which fur-
ther rises HDAC4 expression ultimately resulting into podocytes’ inflam-
mation followed by their impairment along with promotion of renal fi-
brosis via activation of TGF-f31 and Fibronectin. In contrast to this,
miR29c causes activation of inflammatory cytokines and Rho-Kinase
while suppression of TTP (anti-inflammatory protein) conferring to
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podocytes’ as well as proximal tubular cells’ inflammation. In proximal
tubular cells, NF-k 3 followed by Sirtl causes downregulation of miR29
causing deregulation of Keapl/Nrf2 pathway subsequently causing
RPTEC injury while renal fibrosis occurs due to three major factors i.e.
TGF-31, Ang Il and DPP4 contributing to overexpression of ECM genes
and downregulation of miR29a and miR29b. HDAC4, Histone
deacetylase 4; TGF-31, Transforming growth factor-1; TTP,
Tristetraprolin; NF-k 3, Nuclear factor-« 3; Keap1, Kelch-like ECH-asso-
ciated protein 1; Nrf2, Nuclear factor erythroid 2; RPTEC, Renal proxi-
mal tubular epithelial cells; Ang II, Angiotensin II; DPP4, Dipeptidyl
peptidase 4; ECM, Extracellular matrix
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Role of miR29 family in regulation of profibrotic genes,
encoding of ECM proteins and inflammatory genes
expression in renal injury

The miR29 targets various pathways involved in expres-
sions of profibrotic, ECM proteins encoding and inflamma-
tory genes that have shown to enhance DN conditions. A
higher expression of miR29 has been reported in VSMCs
(vascular smooth muscle cells) and fibroblasts. It was stud-
ied that miR29 family causes suppression of 16 ECM pro-
teins encoding genes [70]. Schaper et al. has reported that
TGF-f31 stimulated fibrosis via activation of Smads which
are effector molecules of downstream pathways [71]. Wang
et al. reported that in hyperglycaemic conditions, TGF-{31
reduces miR29 family expressions in podocytes as well as
tubular epithelial cells. Simultaneously, rise in expression
of collagen I, III and IV was observed during renal fibrosis
[39]. Recent reports have shown reduction in miR29b ex-
pression in a rat model of hypertensive renal disease [72]. A
study have shown that Smad3 negatively regulates miR29b
expression by physical interaction with its promoter site in
response to TGF-f31 in DN [56]. It was concluded that reg-
ulation of miR29 was processed via canonical TGF-31/
Smad3pathway [73]. It was earlier reported that TGF-{31-
mediated renal fibrosis was induced by interaction of Sp1
and Smad3 [74] and inhibition of this interaction could be
the another defensive mechanism shown by miR29b [66].
miR29 family is involved in regulation of fibrotic genes
expression such as collagens and matrix metalloproteinases
(MMPs) [75]. Among them, ADAMs (disintegrin
metalloproteases) has maintained the cellular and cellular
processes. Therefore, they are involved in regulation of fi-
brotic and inflammatory genes in nephropathy [76]. It was
reported that ADAM 10, 12, 17 and 19 were found to be
involved in regulation of TGF-31/Smad3 pathway. It was
also shown that miR29 has complementary binding sites to
3’-UTR of ADAMI12 and regulation of expression of
ADAMI12 and ADAM19 governed by miR29.These inter-
actions demonstrated a molecular crosstalk between miR29
family, ADAMs and TGF-31/Smad3 pathway [77]. Fabbri
et al. has reported that miR29 also targets the enzymes
called ‘DNA methyltransferases’ and promotes their meth-
ylation activities. The expression of genes involved in syn-
thesis of ECM is suppressed and fibrosis is ameliorated due
to hypermethylation [78]. DPP-4 (Dipeptidyl peptidase-4)
which is widely expressed in kidneys was found to be in-
volved in remodelling of ECM as well as in cell survival
[79]. Activation of DPP-4 causes degradation of integrin 31
via phosphorylation that stimulates upregulation of
TGF-31 and activates VEGF (Vascular Endothelial
Growth Factor). In hyperglycaemic conditions, DPP-4 ex-
pression was observed on the surface of tubular epithelial
cells and endothelial cells [80]. As reported by Cushing

et al., miR29 was involved in maintenance of genes expres-
sion that encode for ECM proteins such as collagens,
laminins and integrins [81]. In correlation with this, normal
glucose conditions had showed that miR29 suppresses the
expression of DPP-4 expression while in hyperglycaemic
conditions, miR29 activity was lost and the level of DPP-
4 expression was elevated. It has been also observed that
DPP-4 was found to be involved in fibroblast activation
pathway and miR29 was acted as a regulator of DPP-4 ex-
pression via suppression of fibroblast activation pathway.
Glomerulosclerosis is a predominant feature involved in
pathogenesis of DN which occurs due to enormous alter-
ations in kidney mesangium [82]. Wnt//{3-catenin signal-
ling pathway was also found to be involved in renal fibrosis
in in-vitro and in-vivo studies [83]. It was reported that
DKKI1 (Dickkopf-1) acts as a Wnt antagonist in mesangial
cells under hyperglycaemic conditions [84]. However,
knockdown of miR29a have caused downregulation of
Wnt/3-catenin signalling pathway while upregulation of
DKKI1 resulted into increased expression of pro-fibrotic
genes and development of glomerulosclerosis. Moreover,
imbalance between DKK1 and Wnt/3-catenin signalling
contributed to fibrotic matrix synthesis and apoptosis of
kidney cells under hyperglycaemic conditions. miR29a
was found to act as a regulator of Wnt/3-catenin signalling
and DKK1 expression to conserve the mesangial cells from
fibrosis and apoptosis. The experimental results have re-
vealed that miR29a could provide a therapy for
glomerulosclerosis by acting as a regulator of Wnt/f3-
catenin signalling pathway and can also act as an anti-
fibrotic factor [82].

Role of miR29c in enhancement of DN conditions

Among the miR29 family, miR29¢ had showed distinct ex-
pression patterns in urinary sediment, plasma and renal tissues
of DN patients and have become a biomarker for enhancement
of DN [85]. Clinical data have shown upregulation of inflam-
matory cytokines such as IL-6, IL-18, TNF-« while downreg-
ulation of anti-inflammatory protein TTP in diabetic patients
suffering from proteinuria [86]. Tristetraprolin (TTP) is an
anti-inflammatory protein which causes suppression of IL-6,
IL-18 and TNF-«x expressions [87]. However, miR29c over-
expression was also observed along with the upregulation of
inflammatory cytokines promoting inflammation while down-
regulation of TTP was observed under hyperglycaemic con-
ditions. This infers that in hyperglycaemic conditions, miR29c
promotes the inflammatory response by inhibiting TTP ex-
pression causing further development of DN [88]. In addition
to this, it has also been observed that miR29c¢ expression got
elevated in db/db mice that may have activated Rho kinase by
targeting Sprouty homolog 1, thus favouring fibronectin as-
sembly and podocytes’ apoptosis [89].
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Role of microRNA29 in macrovascular
complications

MicroRNA29 family targets in diabetes-induced
cardiovascular diseases

Diabetes-induced cardiomyopathy was firstly discovered
in year 1972. Pathogenesis of cardiomyopathy-mediated
by diabetes comprised of imbalance between cardiac
ionic currents, cardiomyocyte’s apoptosis, aberrant ener-
gy usage, cardiac neuropathy and interstitial fibrosis.
Another feature of diabetes-induced cardiomyopathy in-
cludes resistance of myocardium generated towards in-
sulin which further promoted decrease in GLUT4
(Glucose transporter 4) expression at the level of plasma
membrane [90]. Current studies have reported that ex-
pressions of IncRNAs and their respective physiological
functions get modified on incidence of cardiovascular
diseases such as cardiac hypertrophy, CAD (Coronary
artery diseases), MI etc [91]. Several reports have also
shown that dysregulation of miRNAs were involved in
cardiac hypertrophy, heart failure, cardiac arrhythmias
and atherosclerosis [90-92]. It has been further studied
that miR29 family plays several roles in such incidences
like controlling apoptosis of cardiomyocytes and forma-
tion of aortic aneurysm [93], regulation of cardiac fibro-
sis via [94] and maintenance of atrial fibrillation [93].
The involvement of miR29 with various signal transduc-
tion pathways occurring in pathogenesis of diabetic car-
diomyopathy has been discussed below.

miR29/IGF-1/MCL-1 interrelationship and analogy
between miR29 and IL-6 in cardiomyopathy

Among several miRNAs involved in cardiac functions,
it had showed abnormal expression patterns of miR29 in
myocardial infarction and were involved in cardiac fi-
brosis [95]. This signifies that miR29 plays a central
part in diabetes-mediated cardiomyopathy. One of the
key features of cardiomyopathy is diabetes-induced
angiopathy [96] where inadequate recovery of angiogen-
esis process may lead to death due to cardiomyopathy
[97]. In a study, it was found that IGF-1 (Insulin
Growth Factor-1) is a potential target for miR29 [98]
which is an essential growth factor involved in the an-
giogenesis process [99]. Enhancement in pro-angiogenic
processes such as cell proliferation and migration oc-
curred due to downregulation of miR29 in diabetes-
induced angiopathy. It was suggested that IGF-1 could
be a directly involved in regulation process of angiogen-
esis in diabetic cardiomyopathy mediated via miR29
[98]. Tt is well-known that oestrogen plays a vital role
in protection of cardiovascular functions [100]. miR29
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has been known as major regulator of physiology of
heart which can maintain the apoptosis of
cardiomyocytes, cardiac fibrosis and hypertrophy [101].
A recent report have suggested that miR29 significantly
reduces collagen accumulation and ventricular compli-
ance [102]. In an experiment of ovariectomy, downreg-
ulation of miR29 was observed as it acts as one of the
biomarkers of apoptosis in diabetic hearts of rats.
Downregulation in miR29 expression pattern contributed
to rise in IGF-1 and BCL-2 expressions and both are
responsible for apoptosis of cardiomyocytes and cardiac
fibrosis in cardiomyopathy. It had indicated that miR29
downregulation in ovariectomised diabetic rats enhanced
cardiomyopathic conditions [103]. miR29 family was
also found to be involved in myeloid cell leukaemia-1
(MCL-1) gene suppression which is a member of BCL-
2 family of pro-survival genes and due to MCL-1 gene
suppression, 3-cell death of pancreas occurs. Therefore,
miR29 family and MCL-1 gene repression play a piv-
otal role in pancreatic impairment resulting into T1DM
[104]. It has been reported that prevention of mTORCI1
signal transduction pathway contributed for increased
expression of miR29 and downregulation of MCL-1
gene in cardiomyocytes under hyperglycaemic condi-
tions. However, inhibition of miR29 gene expression
was occurred by insulin. This correlation had showed
the lack of insulin under hyperglycaemic conditions
due to inhibition of mTORCI1 signal transduction path-
way. It leads to deregulation of miR29-MCL-1 circuitry
resulting into damage of myocardium in DM [105].
Another major cause involved in pathogenesis of cardio-
myopathy is the occurrence of interstitial fibrosis of
heart due to diabetes [106]. Interleukin-6 (IL-6) is one
of the inflammatory cytokines which plays a crucial role
in interstitial fibrosis, deposition of collagen and forma-
tion of fibroblasts and gives rise to cardiovascular dis-
eases [107]. In an experiment, it was observed that up-
on administration of IL-6, collagen deposition was trig-
gered via enhancement of TGF-31 expression and sup-
pression of miR29 expression while its deletion has al-
leviated collagen expression in streptozotocin-mediated
diabetic cardiomyopathy. This signifies that IL-6 might
be involved in cardiac fibrosis enhancement via
targeting TGF(1/miR29 loop and IL-6 deletion could
protect against cardiac fibrosis in diabetic cardiomyopa-
thy [108]. The expression of miR29 affecting cardiac
dysfunctions is summarized in Table 1.

Conclusion

In current scenario, diabetes is a leading cause of com-
promised lifestyle due to debilitating diabetic
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Table 1

This table depicts the role of miR29 in modulating cell signalling molecules affecting cardiac dysfunction. MCL-1, Myeloid leukaemia cell-1;

IGF-1, Interstitial growth factor-1; BCL-2, B cell lymphoma 2; IL-6, Interleukin-6; TGF-{31, Transforming growth factor-31

Hyperglycaemia Cardiac dysfunction
Expression of miR29 Target
Upregulation of miR29 Decreased mTORCI1 Prevention of mMTORCT1 signal transduction

signalling and MCL-1

Downregulation of miR29 Increased IGF-1

Increased IGF-1 and BCL-2

Increased TGF-f3 and IL-6

pathway contributed for increased
expression of miR29 and
downregulation of MCL-1 gene
in cardiomyocytes [105].

IGF-1 is a direct factor involved in
regulation process of angiogenesis
in diabetic cardiomyopathy
mediated via miR29 [98].

miR29 downregulation expression
pattern contributed to rise in
IGF-1 and BCL-2 causing
apoptosis of cardiomyocytes
and cardiac fibrosis in
cardiomyopathy [103].

IL-6 is involved in cardiac fibrosis

enhancement via targeting
TGF1/miR29 loop [108].

complications. Several signal transduction pathways pro-
foundly get influenced in pathogenesis of diabetic com-
plications. Epigenetic phenomenon is an imperative bio-
logical mechanism played a vital role in enhancement of
diabetic severity. miRNAs are one of the key factors of
epigenetics that were found to be engaged in the path-
ogenesis of diabetic complications. In this review, we
have summarised the performance of miR29 family in
vascular complexities of diabetes. miR29 family consists
of miR29a, miR29b and miR29¢ which have shown to
target multiple genes involved in prognosis of vascular
diabetic complications. A pivotal role of miR29 in reg-
ulation of EMT process under hyperglycaemic condi-
tions via targeting multiple signal transduction pathways
involved in the process, differential expression patterns
of miR29 in apoptotic conditions of retinal cells playing
both protective and apoptosis promoting actions. It has
shown promising therapeutic role in retinal vascularisa-
tion. In episodes of diabetic nephropathy, we have
summarised how miR29 can acts as a therapeutic tool
in podocyte’s impairment via targeting histone
deacetylase circuitry. It was observed that miR29 regu-
lates the expressions of profibrotic, inflammatory and
ECM encoding genes in renal fibrosis under diabetic
conditions. In occurrence of diabetic cardiomyopathy,
miR29 suppression under hyperglycaemic conditions
causes development of angiopathy and contradictory ac-
tions played by miR29 was found in the development
and prevention of apoptosis of cells and cardiac fibrosis.
From these studies, we inferred that role of miR29 in

diabetic complications is quite uncertain as in some
pathological conditions. It was also found to be in-
volved in amelioration of diabetic severity while in
few incidences it was implicated in endorsement of the
same. By virtue of such contradictory actions showed
by miR29 family, it could be considered as the potential
pharmacological target in diabetic complications.
However, the exact mechanism should be further studied
and validated in a more elaborative way to have a firm
approach towards therapeutic aid of miR29 family.
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