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Pathologicalmechanisms underlying diabetic retinopathy are still not completely understood. Increased understanding of potential
cellular pathways responsive to hyperglycemia is essential to develop novel therapeutic strategies for diabetic retinopathy. A growing
body of evidence shows thatmicroRNA (miRNA) play important roles in pathologicalmechanisms involved in diabetic retinopathy,
as well as possessing potential as novel therapeutic targets. The hypothesis of this study was that miR-146a plays a key role in
attenuating hyperglycemia-induced inflammatory pathways through reduced TLR4/NF-𝜅B and TNF𝛼 signaling in primary human
retinal microvascular endothelial cells (REC). We cultured human REC in normal (5mM) glucose or transferred to high glucose
medium (25mM) for 3 days. Transfection was performed on RECwithmiRNAmimic (hsa-miR-146a-5p). Our results demonstrate
that miR-146a expression was decreased in human REC cultured in high glucose. Overexpression of miR-146a using mimics
reduced the levels of TLR4/NF-𝜅B andTNF𝛼 in REC cultured in high glucose. BothMyD88-dependent and -independent signaling
were decreased by miR-146a overexpression in REC in high glucose conditions. The results suggest that miR-146a is a potential
therapeutic target for reducing inflammation in REC through inhibition of TLR4/NF-𝜅B and TNF𝛼. Our study will contribute to
understanding of diabetic retinal pathology, as well as providing important clues to develop therapeutics for clinical applications.

1. Introduction

Proinflammatory factors are potential mediators associated
with pathological mechanisms of diabetic complications, and
they can lead to the alteration of epigenetic mechanisms such
as microRNAs [1]. Hyperglycemia is a significant risk factor
that contributes to the onset and progression of diabetic
retinopathy [2–4], and our lab and others have investigated
and revealed molecular and cellular mechanisms underlying
the pathology of hyperglycemia and diabetic retinopathy [5–
9]. However, the mechanisms are still poorly understood
and extensive further studies are required to develop novel
therapeutic strategies for diabetic retinopathy.

MicroRNA (miR), small noncoding RNA molecules of
21 to 23 nucleotides, are an emerging key regulator of

gene expression. miR possess a great potency as a potential
biomarker for diagnosing diseases [10–12] and as a regulator
of a variety of biological activities, including cellular prolif-
eration, differentiation, development, and death [13]. Only a
small number of studies on microRNAs, including miR-15b,
-16, -146a/b, -195, and -200b, have been done to investigate
the role of miR in diabetic retinopathy and/or hyperglycemia
[6, 14–17]. There are still many unanswered questions on the
functions of these miRNA, as well as how specific miRNA(s)
may affect the pathological mechanisms common in diabetic
retinopathy.

miR-146a has been implicated to function in inflam-
mation, innate immunity, and cancer, as well as shown to
regulate mitochondrial functions involving inflammation-
aging [18–20]. A previous study showedmiR-146a expression
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in different types of retinal cells, including retinal endothelial
cells,Müller cells, andRPE cells [21]. Decreased levels ofmiR-
146a expression were reported in peripheral blood mononu-
clear cells (PBMCs) from type 2 diabetes (T2D) patients [22],
andmodified rhythmicity of miR-146a expression was shown
in REC from diabetic donors [21]. In addition, a negative
correlation of miR-146a levels and inflammatory and ER
stress markers was reported in patients with T2D [23].

High motility group box 1 (HMGB1) responds to
pathogens, both exogenous and endogenous, to activate
TLR4, leading to phosphorylation of NF-𝜅B and increased
production of proinflammatorymolecules in endothelial cells
[24]. In addition, the levels NF-𝜅B and TNF𝛼, which are
downstream mediators of the TLR4 pathway, were reported
to be upregulated in the retina of type 2 diabetic rats [25].

Toll-like receptors (TLRs) play an essential role in inflam-
matory responses, and upregulated levels of TLR4/NF-𝜅B sig-
naling were shown in human microvascular endothelial cells
cultured in high glucose conditions [26]. TLR4 levels were
upregulated to induce proinflammatory cytokines, activating
both MyD88-dependent and -independent pathways, in the
retina of streptozotocin-induced diabetic rats [27].

miR-146a regulates TLR-mediated NF-𝜅B activation
through a negative feedback loop in human monocytes [28].
NF-𝜅B also plays a role in inflammatory responses and its
increased activity is one of the key mechanisms underlying
diabetic retinopathy [17, 29–31]. Also, activation of NF-𝜅B
is induced by hyperglycemia in REC [31, 32]. Regulatory
networks between miR-146a and NF-𝜅B have been reported
in HUVEC and brain endothelial cells [33, 34].

It is important to uncover cell type-specific mechanisms
of proinflammatory pathways and the interaction of these
pathways with miR-146a as a potential therapeutic for dia-
betic retinopathy. In the present study, we tested the hypoth-
esis that overexpression of miR-146a protects REC from
hyperglycemia-induced proinflammatory responses through
downregulation of TLR4, NF-𝜅B, and TNF𝛼.

2. Materials and Methods

2.1. Cell Culture. Human REC were acquired from Cell
Systems Corporation (CSC, Kirkland,WA). Cells were grown
in M131 medium containing microvascular growth supple-
ment (Invitrogen), 10 𝜇g/mL gentamycin, and 0.25 𝜇g/mL
amphotericin B. For experiments, cells were maintained
in normal (5mM) glucose or transferred to high glucose
medium (25mM) (Cell Systems) for 3 days. Only primary
cells within passage 5 were used. Cells were quiesced by
incubating in high or normal glucose medium without
growth supplementation for 20 hours and used to perform
the experiments.

2.2. Cell Transfection with microRNA Mimics. REC were
transfected with miRNA mimic (hsa-miR-146a-5p) (Invitro-
gen, Carlsbad, CA) using Oligofectamine (Invitrogen) fol-
lowing themanufacturer’s instructions.miR-transfectionwas
performed 48 hours before cell harvest. A final concentration
of 50 nM was used. Additionally, a 50 nM Mimic Negative
Control (Invitrogen) was transfected into REC cultured in

high glucose as a control. Cells cultured in normal glucose
(NG) and high glucose (HG) were treated with 0 nM mimic
transfected withOligofectamine.MiRNA overexpression was
verified using quantitative reverse transcription-polymerase
chain reaction and real-time PCR.

2.3. Quantitative Real-Time PCR. Total RNA was isolated
and purified using the Trizol method and the purity and
quantity of RNA were measured using Synergy HTX mul-
timode reader (BioTek; Winooski, VT). For polyA tailing
reverse-transcriptase PCR, 5 𝜇g of total RNA was treated
with DNase I for 15min at room temperature (Promega;
Madison, WI) and then added polyA using (polyA) poly-
merase (NEB; Ipswich, MA) at 37∘C for 1 h. The final
reaction mixtures were extracted with phenol/chloroform,
precipitated with isopropanol, and redissolved in 25𝜇L
diethylpyrocarbonate- (DEPC-) treated water. PolyA-tailed
RNA (6 𝜇L) was reverse-transcribed into first-strand cDNA
using Superscript II reverse transcriptase (Invitrogen) with
the oligo-dT adapter primer 5GCGAGCACAGAATTA-
ATACGACTCACTATAGGTTTTTTTTTTTTVN3. For
PCR, 1 𝜇L of RT product was diluted three times and used as
a template in each reaction.The forward and reverse primers
were purchased from OriGene (Rockville, MD). GAPDH
sequence (OriGene) was used as the internal control. The
SYBR-Green-based real-time PCR was performed using the
CFX Connect PCR system (BioRad; Hercules, CA). The
relative expression of miRNA was calculated based on the
formula 2(−ΔΔCt). ΔΔCt values are ΔCtexp. − ΔCtcont..

2.4. Western Blot Analysis. After rinsing with cold PBS, REC
were collected in lysis buffer containing protease and phos-
phatase inhibitors and scraped into tubes. Equal amounts of
protein were separated on precast tris-glycine gels (Invitro-
gen, Carlsbad, CA) and then blotted onto a nitrocellulose
membrane. After blocking in TBST (10mM Tris-HCl buffer,
pH 8.0, 150mM NaCl, and 0.1% Tween 20) and 5% (w/v)
BSA, the membrane was treated with appropriate primary
antibodies followed by incubation with secondary antibod-
ies labeled with horseradish peroxidase. Antigen-antibody
complexes were detected by chemiluminescence reagent kit
(Thermo Scientific, Pittsburgh, PA). Primary antibodies used
were HMGB1, TLR4, MyD88, TRAF6, IRAK1, IRF3, TRIF,
phosphorylated NF-𝜅B p65 (Ser 536), and NF-𝜅B p65 (all
purchased from Cell Signaling, Danvers, MA) and beta actin
(Santa Cruz, Santa Cruz, CA).

2.5. ELISAAnalysis. TNF𝛼protein concentrationsweremea-
sured using a TNF𝛼 ELISA (ThermoFisher, Pittsburgh, PA).
100 𝜇g protein was loaded into all wells, with analyses based
on a standard curve. The manufacturer’s instructions were
followed.

2.6. Statistics. Statistical analyses were done using Prism
software (GraphPad, La Jolla, CA). Analyses were done using
unpaired Student’s 𝑡-test. Data are presented as mean ± SEM.
For Western blots, a representative blot is presented.
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Figure 1: Decrease in miR-146a expression in REC in high glucose and transfection-induced fold changes. (a) Fold changes of miR-146a
expression are shown. After 3 days of REC culture in high glucose (25mM) medium, the expression of miR-146a was reduced, 0.5-fold
change, compared to that of normal glucose (NG; 5mM) group. (b) Transfection-induced fold changes of miR-146a expression in REC. REC
were transfected with mimics (50 nM of final concentration) of miR-146a to increase the level of expression in a hyperglycemic condition.
The 𝑦-axis is a logarithmic scale. #𝑝 < 0.05 versus NG, ∗𝑝 < 0.05 versus HG;𝑁 = 4. Data are mean ± SEM.

3. Results

3.1. miR-146a Expression Was Reduced in Hyperglycemia in
REC. Previous work showed miR-146a expression in differ-
ent types of retinal cells, including retinal endothelial cells,
Müller cells, and RPE cells. REC showed relatively low levels
of expression of miR-146a, compared to Müller cells [21].
Also, decreased levels of miR-146a expression in peripheral
blood mononuclear cells (PBMCs) from T2D patients [22]
and modified rhythmicity of miR-146a expression in REC
from diabetic donors [21] have been reported.

WemeasuredmiR-146a expression in REC after exposure
to high glucose. REC were cultured in normal or high
glucose medium (25mM) and total RNA was isolated from
the cells, followed by quantitative real-time PCR. High
glucose reduced the expression of miR-146a, as compared to
normal glucose group (Figure 1(a)). The results indicate that
hyperglycemia decreased the level of miR-146a expression in
REC.

Since hyperglycemia resulted in decreased expression of
miR-146a, we wanted to increase miRNA expression through
transfection with miRNA mimics. REC were transfected
with miR-146a mimic at a final concentration of 50 nM
for 48 hours. Significant increases of miR-146a fold change
were confirmed by quantitative real-time PCR (Figure 1(b)).
Negative control for the mimic showed limited miR-146a
expression in REC cultured in high glucose.

3.2. miR-146a Decreased the Levels of HMGB1 in Hyper-
glycemia. HMGB1 signals to TLR4 and plays an important
role in mediating proinflammatory responses [24].The levels
of HMGB1 signaling were increased in the retina with T2D
and ARPE-19 cells treated with high glucose [25]. A study
showed potential association of miR-146a with HMGB1 in
a peritonitis model [35]. We are unaware of any studies on
the miRNA regulation of HMGB1 levels in hyperglycemia

and diabetic retinopathy. Thus, we examined whether miR-
146a plays a role in reducing the levels of HMGB1 in REC in
hyperglycemia.We found that the increased levels of HMGB1
found in REC cultured in high glucose were significantly
reduced in REC, which overexpressed miR-146a (Figure 2).
This suggests that miR-146a may inhibit HMGB1 signaling in
REC under high glucose conditions.

3.3. miR-146a Reduced TLR4 Signaling in Hyperglycemia. It
has been reported that high glucose culturing conditions can
elevate TLR4 protein levels in REC. That, in turn, increased
both MyD88-dependent and -independent (IRF3 and TRIF)
signaling [36]. TRAF6 and IRAK1, downstreammolecules of
MyD88-dependent signaling, have been reported as direct
targets of miR-146a [37, 38]. Our results demonstrated that
overexpression of miR-146a in REC resulted in decreased
levels of TLR4 and MyD88 in REC cultured in high glucose
compared to untransfected cells (Figures 3(a) and 3(b)). In
addition, signaling pathway members downstream of the
MyD88-dependent pathway, IRAK1 and TRAF6, were also
decreased inRECwhenmiR-146awas overexpressed (Figures
3(c) and 3(d)).

We also demonstrated that members of a MyD88-
independent pathway, TRIF and IRF3, were also decreased
by miR-146a overexpression in REC cultured in high glucose
(Figures 4(a) and 4(b)). These results indicate that miR-
146a plays a role in reducing proinflammatory signaling
through the inhibition of TLR4 and its downstream signaling
pathways.

3.4. miR-146a Decreased the Levels of NF-𝜅B in Hyper-
glycemia. Activation of NF-𝜅B is induced in hyperglycemia
in REC [31, 32], which can be induced by increased TLR4
levels under high glucose conditions [36]. Therefore, we
questioned whether miR-146a affected NF-𝜅B phosphoryla-
tion in REC under high glucose conditions. We found that
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Figure 2: Effects ofmiR-146a onHMGB1 levels in hyperglycemia. RECwere cultured in normal glucose (5mM,NG) or high glucose (25mM,
HG). High glucose increased HMGB1 levels, which were significantly decreased in REC after miR-146a overexpression. A representative blot
is shown. #𝑝 < 0.05 versus NG, ∗𝑝 < 0.05 versus HG, and $

𝑝 < 0.05 versus miR-146a;𝑁 = 3. Data are mean ± SEM.

high glucose treatment increased NF-𝜅B p65 phosphoryla-
tion, with miR-146a transfection significantly inhibiting this
phosphorylation compared to nontransfected REC cultured
in high glucose conditions (Figure 5(a)). The results indicate
that miR-146a inhibits NF-𝜅B activation in response to high
glucose to protect REC.

3.5. miR-146a Decreased the Levels of TNF𝛼 in Hyperglycemia.
We previously reported that TNF𝛼 levels are increased in
REC under high glucose conditions [7]. In addition, TNF𝛼
levels can be elevated by the activation of TLR4 signaling
[39]. In this study, we found that miR-146a overexpression
significantly reduced TNF𝛼 levels in REC cultured in high
glucose (Figure 5(b)). Therefore, data suggests that high
glucose-induced elevation of TNF𝛼 was decreased in REC
when miR-146a was overexpressed.

4. Discussions

A growing body of scientific evidence has suggested a regula-
tory role and the potential impact ofmicroRNAs in treatment
for diabetic retinopathy. miR-146a has been reported as
one of the potential epigenetic regulators, affecting cellular
pathways underlying inflammatory responses in various cell
types [34, 40–43]. Our previous work and other studies
have demonstrated that REC are a crucial cell type sub-
stantially affected in diabetic retinopathy [44–46]. However,
the expression and function of miRNA is cell type- and
tissue-specific. The regulation of proinflammatory pathways
by miR-146a on human REC was unclear. In the present
study, we aimed to investigate changes inmiR-146a regulation
of proinflammatory signaling in REC cultured under high
glucose conditions.

MiR-146a expression was reported in human and bovine
REC [21, 47]. In this study, we showed that miR-146a expres-
sion was decreased in human REC under high glucose condi-
tions, which agrees well with other studies showing a down-
regulation of miR-146a in HUVEC cells cultured under high
glucose conditions [47]. In contrast, miR-146a expression
was increased in human renal glomerular endothelial cells
cultured in high glucose [48] and in REC of STZ-induced
diabetic rats compared to control rats [49]. The differences
in miR-146a expression may be due to cell type-specific and
specific condition-dependent responses of miRNA.

Little information exists on the relation of HMGB1 and
miRNA in the cellular mechanisms of diabetic retinopathy.
In the present study, we demonstrated that overexpression
of miR-146a induced the decrease of HMGB1 levels in REC
in hyperglycemia. HMGB1 plays a crucial role in mediat-
ing inflammatory responses [50]. HMGB1 is expressed in
endothelial cells, and HMGB1-signaling can induce NF-𝜅B
[24]. Previous studies have shown a correlation of HMGB1
to diabetic retinopathy. The levels of serum HMGB1 were
upregulated in the patients with T2DMwhich was correlated
with serum TNF𝛼 [51], and direct effects of HMGB1 on the
death of retinal endothelial cells were shown in an animal
model of neovascularization [52]. Another study showed that
the levels of HMGB1were decreased in peritoneal lavage fluid
supernatants, accompanied by reduced expression of miR-
146a in peritoneal exudate cells of LPS-treated mice [35].

TLR4 signaling is one of the downstream pathways acti-
vated by HMGB1, playing a significant role in the pathogen-
esis of inflammation [50]. A negative correlation was shown
betweenmiR-146a andMyD88 signaling in epithelial ovarian
cancer cells [53]. In lung endothelial cells, the inhibition of
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Figure 3: Protein levels of TLR4, MyD88, IRAK1, and TRAF6 levels in REC. REC were cultured in normal glucose (5mM, NG) or high
glucose (25mM, HG). REC transfected with miR-146a mimic had reduced levels of TLR4, MyD88, IRAK1, and TRAF6, compared to that of
control HG group. A representative blot is shown. #𝑝 < 0.05 versus NG, ∗𝑝 < 0.05 versus HG, and $

𝑝 < 0.05 versus miR-146a. A minimum
of𝑁 = 3 was used for all data. Data are mean ± SEM.

TRIF signaling decreased apoptosis and permeability changes
after exposure to LPS (an activator of TLR4), while MyD88
inhibition showed no such effects [54]. In human nasal
epithelial cells, miR-146a regulated the maintenance of tight
junction barrier [55]. However, little has been done to inves-
tigate miR-146a and MyD88 in retinopathy-like conditions.
Our study demonstrated that both MyD88-dependent and -
independent signaling were suppressed by miR-146a overex-
pression in REC cultured in high glucose.These findings sug-
gest that miR-146a plays a role in reducing proinflammatory

signaling via MyD88-dependent and -independent pathways
in REC. Further studies on the association of miR-146a with
TLR4 and MyD88 pathways will broaden our understanding
on the regulation of retinal endothelial permeability and
contribute to developing novel therapeutic strategies for the
complications of diabetic retinopathy.

A regulatory loop betweenmiR-146a andNF-𝜅B has been
reported in a few cell types, including breast cancer cells
[56], human monocytes [28], and HUVECs [33]. Our results
demonstrated that elevated levels of NF-𝜅B phosphorylation
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Figure 4: Changes of MyD88-independent signaling, TRIF and IRF3 levels, in REC. REC were cultured in normal glucose (5mM, NG) or
high glucose (25mM, HG). Overexpression of miR-146a decreased the levels of TRIF (a) and IRF3 (b) in REC, compared to that of control
HG group. A representative blot is shown. #𝑝 < 0.05 versus NG, ∗𝑝 < 0.05 versus HG, and $

𝑝 < 0.05 versus miR-146a. A minimum of𝑁 = 3
was used for all data. Data are mean ± SEM.
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Figure 5: Effects of miR-146a on NF-𝜅B (Ser 536) phosphorylation and TNF𝛼 levels in hyperglycemia. REC were cultured in normal glucose
(5mM,NG) or high glucose (25mM,HG). (a)Overexpression ofmiR-146a decreased the levels ofNF-𝜅Bphosphorylation,whichwas elevated
in control HG condition. A representative blot is shown. (b) ELISA data for TNF𝛼 on REC in normal glucose (NG, 5mM) or high glucose
(HG, 25mM) and transfected groups. miR-146a decreased TNF𝛼 levels significantly, compared to control HG condition. #𝑝 < 0.05 versus
NG, ∗𝑝 < 0.05 versus HG, and $

𝑝 < 0.05 versus miR-146a;𝑁 = 3. Data are mean ± SEM.
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in high glucose were reduced by miR-146a overexpression in
REC. This indicates that miR-146a negatively regulated the
activity of NF-𝜅B in REC under high glucose conditions.
Our results agree with other studies demonstrating that
miR-146a inhibited NF-𝜅B signaling, thereby suppressing
leukocyte adhesion during neuroinflammation in retinal
endothelial cells [17]. Lastly, we demonstrated that miR-146a
overexpression resulted in the decrease of hyperglycemia-
induced elevation of TNF𝛼 in REC. Different mechanisms
that mediate the elevation of TNF𝛼 levels have been revealed.
High glucose-induced elevation of TNF𝛼 levels was shown in
REC in our previous study [7], and the addition of HMGB1
induced an increase of TNF𝛼 level in cultured astroglia [57].
Additionally, TNF𝛼 levels can be elevated by the activation of
TLR4 andMyD88-dependent signaling, as shown in cerebral
vascular endothelial cells [39]. Our results suggest that miR-
146a decreases the levels of hyperglycemia-induced TNF𝛼
possibly through the inhibition of HMGB1, TLR4, MyD88,
and TRIF/IRF3 signaling.

5. Conclusions

Taken together, our study demonstrated that high glucose
resulted in the reduction of miR-146a expression in REC.
miR-146a overexpression suppressed the downstream sig-
naling of TLR4/NF-𝜅B pathway and TNF𝛼 in REC under
high glucose conditions. Therefore, we present a potential
regulatory mechanism whereby miR-146a can downregulate
TLR4/NF-𝜅B and TNF𝛼 pathways in REC cultured under
high glucose conditions. The outcome suggests that miR-
146a is a potential therapeutic target for rescuing diabetic
retina through the inhibition of proinflammatory pathways
of TLR4/NF-𝜅B and TNF𝛼.
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Albertini, and A. D. Procopio, “MitomiRs in human inflamm-
aging: a hypothesis involvingmiR-181a,miR-34a andmiR-146a,”
Experimental Gerontology, vol. 56, pp. 154–163, 2014.

[21] Q. Wang, S. N. Bozack, Y. Yan, M. E. Boulton, M. B. Grant, and
J. V. Busik, “Regulation of retinal inflammation by rhythmic
expression of miR-146a in diabetic Retina,” Investigative Oph-
thalmology & Visual Science, vol. 55, no. 6, pp. 3986–3994, 2014.

[22] M. Balasubramanyam, S. Aravind, K. Gokulakrishnan et al.,
“Impaired miR-146a expression links subclinical inflammation
and insulin resistance in Type 2 diabetes,” Molecular and
Cellular Biochemistry, vol. 351, no. 1-2, pp. 197–205, 2011.

[23] R. Lenin, A. Sankaramoorthy, V. Mohan, and M. Balasub-
ramanyam, “Altered immunometabolism at the interface of
increased endoplasmic reticulum (ER) stress in patients with
type 2 diabetes,” Journal of Leukocyte Biology, vol. 98, no. 4, pp.
615–622, 2015.

[24] J. R. van Beijnum, W. A. Buurman, and A. W. Griffioen,
“Convergence and amplification of toll-like receptor (TLR) and
receptor for advanced glycation end products (RAGE) signaling
pathways via high mobility group B1 (HMGB1),” Angiogenesis,
vol. 11, no. 1, pp. 91–99, 2008.

[25] X.-L. Chen, X.-D. Zhang, Y.-Y. Li, X.-M. Chen, D.-R. Tang,
and R.-J. Ran, “Involvement of HMGB1 mediated signalling
pathway in diabetic retinopathy: evidence from type 2 diabetic
rats and ARPE-19 cells under diabetic condition,” The British
Journal of Ophthalmology, vol. 97, no. 12, pp. 1598–1603, 2013.

[26] H. Mudaliar, C. Pollock, J. Ma, H. Wu, S. Chadban, and U. Pan-
chapakesan, “The role of TLR2 and 4-mediated inflammatory
pathways in endothelial cells exposed to high glucose,” PLoS
ONE, vol. 9, no. 10, Article ID e108844, 2014.

[27] Y. L. Wang, K. Wang, S. J. Yu et al., “Association of the
TLR4 signaling pathway in the retina of streptozotocin-induced
diabetic rats,” Graefe’s Archive for Clinical and Experimental
Ophthalmology, vol. 253, no. 3, pp. 389–398, 2015.

[28] K.D. Taganov,M. P. Boldin, K.-J. Chang, andD. Baltimore, “NF-
𝜅B-dependent induction of microRNA miR-146, an inhibitor
targeted to signaling proteins of innate immune responses,”
Proceedings of the National Academy of Sciences of the United
States of America, vol. 103, no. 33, pp. 12481–12486, 2006.

[29] A. Yoshida, S. Yoshida, T. Ishibashi, M. Kuwano, and H.
Inomata, “Suppression of retinal neovascularization by the
NF-kappaB inhibitor pyrrolidine dithiocarbamate in mice,”
Investigative Ophthalmology & Visual Science, vol. 40, no. 7, pp.
1624–1629, 1999.

[30] L. Su, J. Ji, J. Bian, Y. Fu, Y.Ge, andZ. Yuan, “Tacrolimus (FK506)
prevents early retinal neovascularization in streptozotocin-
induced diabetic mice,” International Immunopharmacology,
vol. 14, no. 4, pp. 606–612, 2012.

[31] R. A. Kowluru, J. M. Santos, and Q. Zhong, “Sirt1, A negative
regulator of matrix metalloproteinase-9 in diabetic retinopa-
thy,” Investigative Ophthalmology and Visual Science, vol. 55, no.
9, pp. 5653–5660, 2014.

[32] R. A. Kowluru, P. Koppolu, S. Chakrabarti, and S. Chen,
“Diabetes-induced activation of nuclear transcriptional factor
in the retina, and its inhibition by antioxidants,” Free Radical
Research, vol. 37, no. 11, pp. 1169–1180, 2003.

[33] H. S. Cheng, N. Sivachandran, A. Lau et al., “Combined
mutation of Vhl and Trp53 causes renal cysts and tumours in
mice,” EMBO Molecular Medicine, vol. 5, no. 6, pp. 949–966,
2013.

[34] D. Wu, C. Cerutti, M. A. Lopez-Ramirez et al., “rain endothe-
lial miR-146a negatively modulates T-cell adhesion through
repressing multiple targets to inhibit NF-𝜅B activation,” Journal
of Cerebral Blood Flow&Metabolism, vol. 35, no. 3, pp. 412–423,
2015.

[35] Z. Kanaan, R. Barnett, S. Gardner et al., “DifferentialmicroRNA
(miRNA) expression could explain microbial tolerance in a
novel chronic peritonitis model,” Innate Immunity, vol. 19, no.
2, pp. 203–212, 2013.

[36] U. Rajamani and I. Jialal, “Hyperglycemia induces toll-like
receptor-2 and -4 expression and activity in humanmicrovascu-
lar retinal endothelial cells: implications for diabetic retinopa-
thy,” Journal of Diabetes Research, vol. 2014, Article ID 790902,
15 pages, 2014.

[37] M. P. Boldin, K. D. Taganov, D. S. Rao et al., “miR-146a is
a significant brake on autoimmunity, myeloproliferation, and
cancer in mice,” Journal of Experimental Medicine, vol. 208, no.
6, pp. 1189–1201, 2011.

[38] R. Saba, D. L. Sorensen, and S. A. Booth, “MicroRNA-146a: a
dominant, negative regulator of the innate immune response,”
Frontiers in Immunology, vol. 5, article 578, 2014.

[39] R. J. Chen, H. H. Yuan, T. Y. Zhang et al., “Heme oxygenase-
2 suppress TNF-𝛼 and IL6 expression via TLR4/MyD88-
dependent signaling pathway in mouse cerebral vascular
endothelial cells,”MolecularNeurobiology, vol. 50, no. 3, pp. 971–
978, 2014.

[40] N. Sharma, R. Verma, K. L. Kumawat, A. Basu, and S. K.
Singh, “miR-146a suppresses cellular immune response dur-
ing Japanese encephalitis virus JaOArS982 strain infection in
human microglial cells,” Journal of Neuroinflammation, vol. 12,
article 30, 2015.

[41] S.-X. Gu, X. Li, J. L. Hamilton et al., “MicroRNA-146a reduces
IL-1 dependent inflammatory responses in the intervertebral
disc,” Gene, vol. 555, no. 2, pp. 80–87, 2015.

[42] R. K. Kutty, C. N. Nagineni, W. Samuel et al., “Differen-
tial regulation of microRNA-146a and microRNA-146b-5p in
human retinal pigment epithelial cells by interleukin-1𝛽, tumor
necrosis factor-𝛼, and interferon-𝛾,” Molecular Vision, vol. 19,
pp. 737–750, 2013.

[43] G. Li, C. Luna, J. Qiu, D. L. Epstein, and P. Gonzalez, “Modu-
lation of inflammatory markers by miR-146a during replicative
senescence in trabecularmeshwork cells,” Investigative Ophthal-
mology & Visual Science, vol. 51, no. 6, pp. 2976–2985, 2010.

[44] R. A. Kowluru, A. Kowluru, and M. Kanwar, “Small molecular
weight G-protein, H-Ras, and retinal endothelial cell apoptosis



Mediators of Inflammation 9

in diabetes,” Molecular and Cellular Biochemistry, vol. 296, no.
1-2, pp. 69–76, 2007.

[45] Y. Du, M. A. Smith, C. M. Miller, and T. S. Kern, “Diabetes-
induced nitrative stress in the retina, and correction by
aminoguanidine,” Journal of Neurochemistry, vol. 80, no. 5, pp.
771–779, 2002.

[46] Y. Du, C. M. Miller, and T. S. Kern, “Hyperglycemia increases
mitochondrial superoxide in retina and retinal cells,” Free
Radical Biology andMedicine, vol. 35, no. 11, pp. 1491–1499, 2003.

[47] B. Feng, S. Chen, K. McArthur et al., “miR-146a-mediated
extracellular matrix protein production in chronic diabetes
complications,” Diabetes, vol. 60, no. 11, pp. 2975–2984, 2011.

[48] Y. Huang, Y. Liu, L. Li et al., “Involvement of inflammation-
related miR-155 and miR-146a in diabetic nephropathy: impli-
cations for glomerular endothelial injury,”BMCNephrology, vol.
15, article 142, 2014.

[49] B. Kovacs, S. Lumayag, C. Cowan, and S. Xu, “microRNAs in
early diabetic retinopathy in streptozotocin-induced diabetic
rats,” Investigative Ophthalmology & Visual Science, vol. 52, no.
7, pp. 4402–4409, 2011.

[50] S. Yang, L. Xu, T. Yang, and F.Wang, “High-mobility group box-
1 and its role in angiogenesis,” Journal of Leukocyte Biology, vol.
95, no. 4, pp. 563–574, 2014.

[51] Y. Chen, F. Qiao, Y. Zhao, Y. Wang, and G. Liu, “HMGB1 is
activated in type 2 diabetes mellitus patients and in mesangial
cells in response to high glucose,” International Journal of
Clinical and Experimental Pathology, vol. 8, no. 6, pp. 6683–
6691, 2015.

[52] A. R. C. Santos, G. Dvoriantchikova, Y. Li et al., “Cellular
mechanisms of high mobility group 1 (HMGB-1) protein action
in the diabetic retinopathy,” PLoS ONE, vol. 9, no. 1, Article ID
e87574, 2014.

[53] C. J. d’Adhemar, C. D. Spillane, M. F. Gallagher et al., “The
MyD88+ phenotype is an adverse prognostic factor in epithelial
ovarian cancer,” PLoS ONE, vol. 9, no. 6, Article ID e100816,
2014.

[54] J. Dubbert, A. Bowers, Y. Su, and D. McClenahan, “Effect of
TRIF on permeability and apoptosis in bovine microvascular
endothelial cells exposed to lipopolysaccharide,” Veterinary
Journal, vol. 198, no. 2, pp. 419–423, 2013.

[55] R. Miyata, T. Kakuki, K. Nomura et al., “Poly(I:C) induced
microRNA-146a regulates epithelial barrier and secretion of
proinflammatory cytokines in human nasal epithelial cells,”
European Journal of Pharmacology, vol. 761, pp. 375–382, 2015.

[56] D. Bhaumik, G. K. Scott, S. Schokrpur, C. K. Patil, J. Campisi,
and C. C. Benz, “Expression of microRNA-146 suppresses NF-
𝜅B activity with reduction of metastatic potential in breast
cancer cells,” Oncogene, vol. 27, no. 42, pp. 5643–5647, 2008.

[57] J. Qiu, M. Nishimura, Y. Wang et al., “Early release of HMGB-
1 from neurons after the onset of brain ischemia,” Journal of
Cerebral Blood Flow andMetabolism, vol. 28, no. 5, pp. 927–938,
2008.


