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Nurrl is a member of the nuclear receptor 4 family of orphan nuclear receptors that
is decreased in inflammatory responses and leads to neurons death in Parkinson’s
disease. Abnormal expression of Nurrl have been attributed to various signaling
pathways, but little is known about microRNAs (miRNAs) regulation of Nurrl in
ischemia/ reperfusion injury. To investigate the post transcriptional regulatory networks
of Nurrl, we used a miRNA screening approach and identified miR-145-5p as
a putative regulator of Nurrl. By using computer predictions, we identified and
confirmed a miRNA recognition element in the 3'UTR of Nurr1 that was responsible
for miR-145-5p-mediated suppression. We next demonstrated that overexpression of
Nurr1 inhibited TNF-a expression in microglia by trans-repression and finally attenuated
ischemia/reperfusion-induced inflammatory and cytotoxic response of neurons. Results
of further in vivo study revealed that anti-miR-145-5p administration brought about
increasing expression of Nurrl and reduction of infarct volume in acute cerebral
ischemia. Administration of anti-miR-145-5p promotes neurological outcome of rats
post MCAO/R. It might be an effective therapeutic strategy to relieve neurons injury
upon ischemia/reperfusion of rats through interrupting the axis signaling of miR-145-
5p- Nurr1-TNF-a in acute phase.
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INTRODUCTION

Cerebral ischemia/reperfusion (I/R) injury-induced neuronal cell death is the most difficult
problem to solve in clinical stroke (Al-Mufti et al, 2017). Activated microglia have been
reported to act as sensors that detect abnormal metabolic changes following I/R, including
reactive oxygen species and inflammatory cytokines (Yuan et al, 2014; Fumagalli et al,
2015). Microglia can release excessive proinflammatory cytokines and/or cytotoxic factors,
such as tumor necrosis factor-a (TNF-a), interleukin-1f (IL-1f) and nitric oxide (NO),
which have been shown to contribute to neuronal damage (Yuan et al, 2014; Roqué et al,
2016; Gullo et al,, 2017). Therefore, suppressing overreaction of the microglial inflammatory
response may be an efficacious therapeutic strategy to alleviate progression of stroke.
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Nurrl (NR4A2) is a member of the nuclear receptor
4 family of orphan nuclear receptors (Kim et al., 2015; Zou
et al., 2017), and has been studied extensively in Parkinson’s
disease recently. Nurrl has been shown to inhibit expression
of proinflammatory neurotoxic mediators by docking to
NF-kB-p65 on target inflammatory gene promoters in
microglia (Saijo et al, 2009; Kim et al, 2015). Contra-
directional coupling of Nur77 and Nurrl are involved in
neurodegeneration or injury by regulating endoplasmic
reticulum stress and mitochondrial impairment (Gao
et al, 2016; Wei et al., 2016). Cystatin C induces VEGF
expression and attenuates PC12 cell degeneration by regulating
p-PKC-a/p-ERK1/2-NURRI signaling and inducing autophagy
in Parkinson’s disease (Zou et al., 2017). Taken together,
these findings indicate that Nurrl could be a promising
therapeutic target in neuronal diseases. However, the specific
functions and/or mechanisms of Nurrl in I/R injury are still
unknown.

Increasing recent evidence suggests important roles
for microRNAs (miRNAs) in molecular processes of
cerebral ischemia pathogenesis, which involve fast

post-transcriptional effects and simultaneous regulation of
various target genes (Ouyang et al, 2015; Minhas et al,
2017). Although several miRNAs have been reported
to target Nurrl in cancer cells (Yang et al, 2012; Wu
et al, 2015; Beard et al, 2016), interaction between
miRNAs and Nurrl in cerebral I/R injury is still poorly
understood.

In the present study, we therefore sought to determine:
(1) how Nurrl Ilevel and Nurrl-related microRNAs
change in the brain of MCAO/R rats, an in vivo model;
(2) in in vitro studies, what are the post-transcriptional
regulatory network of Nurrl and the specific mechanisms
of Nurrl on microglia activation; (3) in an in vivo study,

whether miR-145-5p/Nurrl/TNF-a  signal exerts neuron
injury function upon cerebral ischemia-reperfusion in
rats.

MATERIALS AND METHODS

Experimental Animals and Ethics

Statement

About 170 adult male Sprague-Dawley (SD) rats (weight between
250-300 g, 60-80 d) were purchased from the Laboratory
Animal Centre of Chongqing Medical University used for the
in vivo study. Brain tissues from newborn SD rats (0-24 h)
were used to culture primary neurons of cerebral cortex
and glia cells. This study has been carried out within an
appropriate ethical framework. All experimental procedures
were performed in accordance with the National Institutes of
Health (NIH) Guide for the Care and Use of Laboratory Animals
and approved by Biomedical Ethics Committee of Chonggqing
Medical University. Maximum efforts have been made to
minimize the number of animals used and their suffering. Adult
male Sprague-Dawley rats were used that is exempted from ethics
approval.

Cell Culture of Primary Microglia and
Neurons and OGD/R Treatment

Primary glial cells were isolated from the cerebrum and
cerebellum of rats (1-day-old) and placed in 6-well plates at
a density of 1.2 x 10° cells/ml of DMEM supplemented with
10% fetal bovine serum (FBS), non-essential amino acids, and
insulin. Plates were then placed in a humidified incubator
with 5% CO;/balanced with air (result: 20% O,) at 37°C with
medium change per 48 h. Microglia were isolated from the mixed
glial population after confluent (about 2 weeks) by a method
previously described (Jose et al., 2014). Microglia cultures with
more than 96% purity were used for the study.

Primary neurons were obtained from the cerebral cortex of
1 day-old rats and cultured as described in our previous studies
(Zhou et al.,, 2015; Chen et al., 2016). Approximately 2.0 x 10°
cells per 2 mL of Neurobasal Medium containing 1% penicillin
(Pen, 100 U/mL) and 1% streptomycin (Strep, 100 U/mL), and
2% B27 supplement were seeded per well. Neurons were cultured
in a humidified incubator with 5% CO, at 37°C. After 6-7 days
of culture in vitro, cells were examined to ensure more than 90%
purity of neurons which could be used for further study.

The thorough method of OGD/R was conducted as previously
described (Tauskela et al., 2003). Briefly, microglia/neurons were
washed and cultured with glucose-free DMEM, which had been
previously equilibrated with 1% O, + 5% CO, + 94% N, at
37°C for 2.0 h in an incubator. Cells were exposed to hypoxia by
placing them in an incubator filled with a gas mixture of 1% O,
+ 5% CO; + 94% N, for 1.5 h at 37°C. The glucose-free DMEM
were then changed back to their special mediums and cultures
were returned to the normal incubator for recovery times of 0.5 h,
1.0h,2h, 6 hor 12.0 h. An appropriate time of reoxygenation was
selected for subsequent studies. Cells exposed to normoxia were
used as negative control.

Coculture of Microglia and Neurons

Primary microglia were seeded onto Transwell permeable
support membrane inserts (Corning, NY, USA) at a density
1.0 x 10%/well in DMEM medium supplemented with 10%
FBS and allowed to settle and grow for 24 h, which
constituted the upper chamber in a 2-chambered microglia-
neuronal cell coculture system. The cultured neurons were
seeded into the bottom of 6-well plates at a density of
2.0 x 10° cells/well in specific Neurobasal medium as described
above until confluence at 24 h. These neurons were then
cocultured with microglia-containing inserts for 48 h in
the following conFigureuration: (1) neurons incubated with
empty inserts lacking microglia (neurons only); (2) neurons
incubated with inserts containing microglia that had not been
exposed to OGD/R (microglia normoxia (nor.) + neurons);
and (3) neurons incubated with inserts containing activated
microglia that had been previously exposed to OGD/R for
2 h (microglia OGD/R 2 h + neurons). Following coculture,
the two coculture chambers were disassembled, and exposed
neurons were washed with PBS and harvested for micro-
RNA, mRNA, and/or cell viability analysis (Chen et al., 2012,
2016).
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Construction of Middle Cerebral Artery
Occlusion and Reperfusion (MCAO/R)

Model for in Vivo Experiments

SD rats were fed and housed under standard conditions before
operation, and the room temperature was monitored at 24-28°C
throughout the surgical procedure. MCAO model of rats were
construct by method of intraluminal vascular occlusion as
previously described in our laboratory (Chen et al, 2012,
2016). All the surgical procedures were performed successfully
under anesthesia with 3.5% chloral hydrate (350 mg/Kg,
intraperitoneal injection). The nylon filament with its tip
rounded (diameter 0.24-0.28 mm), determined by the animal
weight, was inserted into the middle cerebral artery for
1.5 h. Reperfusion of the ischemic artery was established by
withdrawal of the filament until the tip cleared the lumen
of the external carotid artery. Regional cerebral blood flow
was monitored by an ultrasonic blood flow meter during the
operation.

A successful occlusion and reperfusion of MCAO model
was evaluated by methods of Neurological Outcome Assays
and infarction volume assays as described in references
(Lourbopoulos et al., 2008, Wang et al., 2014). Rats of
sham-operated were subjected to the same surgical procedures
as MCAO/R group except for occlusion of the external carotid
artery. Animals which had blood reperfusion below 70% or died
during reperfusion were excluded from analysis.

After MCAO, the experimental rats in each group (n = 5)
were euthanized randomly at the end of reperfusion for 2, 6, 12,
24 and 48 h to detect the alterations of various index. SD rats
were divided randomly into 15 groups. Before suffered MCAO/R,
the groups were: null group, scramble group, anti-miR-145-
5p group, miR-145-5p mimic group, Nurrl-siRNA group,
Nurrl activation plasmid group (Nurrl; intra-cerebroventricular
injection). After MCAO/R, the groups were: sham-operated
(sham) group, MCAO/R group, null + MCAO/R group,
scramble + MCAO/R group, anti-miR-145-5p + MCAO/R
group, miR-145-5p mimic + MCAO/R group, Nurrl-siRNA
+ MCAO/R group, Nurrl + MCAO/R group. miR-145-5p
mimic and anti-miR-145-5p were administered to the animals
before they underwent any surgery via intracerebroventricular
infusion.

Neurological Outcome Assays

Two different assays were used to assess the neurological deficit
of the rat on days 1, 7 and 14 after MCAO/R after the induction
of stroke. A modified Neurological Severity Score (mNSS) was
applied, three motor tests and two sensory tests were included,
which are evaluated by total score 18 (Lourbopoulos et al., 2008;
Wang et al., 2014). The scores are added up to a score between
12 (severe impairment) and 6 (no neurological impairment).
Additionally, the foot fault test was performed to assay fine
motor skills and proprioception. The amount of foot faults was
computed via ((number of left forelimb faults) + (number of left
hindlimb faults))/((total number of left forelimb steps) + (total
number of left hindlimb steps)) (Lourbopoulos et al., 2008; Wang
etal., 2014).

Infarct Volume Analysis

SD rats were sacrificed upon different treatment, and
the brain tissue was prepared into 3 mm sections for
2,3,5-triphenyltetrazolium chloride (TTC) staining (Sigma-
Aldrich, St. Louis, MO, USA). Cerebral tissue sections
were incubated with 2% TCC solution in the dark room
at 37°C for 5 min; the tissue sections were then fixed in
4% paraformaldehyde. The living brain tissues was bright
red, however the ischemic or necrotic tissues were pale.
The digital images were further analyzed by Sigma Scan
Pro 5.0 Software. The real infarct volume (cortex, striatum
and hemisphere), after excluding edema, was calculated by
subtraction of the ipsilateral non-infarcted regional volume
from the contralateral regional volume. The real infarct
volume was then divided by the contralateral regional volume
as a percent of the contralateral region (McCarter et al.,
2017).

RNA Extraction, Reverse Transcription and
RT-qPCR

Total RNA and miRNA in the brain tissues or primary
cultured cells were extracted using TRIzol® with miRcute
miRNA isolation kits (Tiangen Biotech, Beijing, China). The
concentration and integrity of sample RNA were determined
using Nanodrop ND-1000 spectrophotometry (Nanodrop Tech,
Rockland, DE, USA) and denaturing agarose gel electrophoresis.
The ¢cDNA was obtained by reverse transcription with an
miRcute miRNA First-Strand cDNA Synthesis kit (Tiangen
Biotech, Beijing, China). The RT-qPCR was performed using
iQ5 RT-qPCR detection system (Bio-Rad Laboratories, Inc.,
Hercules, CA, USA).

Quantitation of Nurrl and TNF-o mRNAs was performed
using SYBR green assay (Zhou et al., 2015). Specific primer
sequences were designed and generated by Sangon Biotech
(Shanghai, China). For miRNA detection, the cDNA was
obtained by reverse transcription with an miRcute miRNA
First-Strand ¢cDNA Synthesis kit (Tiangen Biotech, Beijing,

China). Stem-loop qRT-PCR reactions were performed
according to manufacturer’s protocols using miRNA
specific stem-loop primers (Sangon Biotech, Shanghai,

Co., Ltd.). Real-Time PCR reactions were conducted on a
PCR amplifier (CFX-96 Content Real-time System). The
endogenous control of both mRNAs and miRNAs was
Ribosomal RNA (18S rRNA) for the quantitative PCR (qPCR)
assays because it is known to expressed stably in cerebral
ischemic conditions (Sepramaniam et al., 2010; Liu F. J. et al,,
2015).

miRNA Profiling

A miRNA microarray was performed according to the
MicroRNA Expression Profiling Assay Guide (Illumina Inc., San
Diego, CA, USA). The extracted RNA from the cerebral cortex of
rats was labeled with Hy3 dye at 3’-end using the miRCURY LNA
Power Labeling Kit (Illumina Inc.) in the 500 ng intact total RNA
sample (Liu C. et al., 2015). The labeled miRNAs were hybridized
to the BeadChip for 16-18 h, according to manufacturer’s
instructions (Illumina Inc.). The microarray chips were then
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washed and scanned by InnoScan700, microarray scanner
and analyzed by GenomeStudio™ Gene Expression Module
v1.0 software (Illumina Inc.). The p value < 0.01 was considered
to be accurately detected and selected for further analysis.

miRNA Target Prediction and Mutagenesis

Six miRNA target-prediction algorithms were used to identify
putative miRNA regulators of Nurrl: http://www.mirbase.org/;
http://mirtar.mbc.nctu.edu.tw/human/index.php;  http://www.
targetscan.org; http://www.microrna.org; http://mirdb.org/cgi-
bin/search.cgi; and http://pictar.mdc-berlin.de/. By using these
algorithms, a putative seed region was determined and mutated
using site-directed mutagenesis (Mutagenex, Inc., Piscataway,
NJ, USA; Jeyaseelan et al., 2008). Reporter constructs containing
either the wild-type or mutated 3'UTR were used to demonstrate
miR-145-5p specificity in the Nurrl 3'UTR.

Cloning of Nurr1 3’'UTR and Dual

Luciferase Reporter Assay

The 3'UTR of Nurrl was amplified by PCR using gene specific
primers and cloned into firefly-luciferase-expressing vector
pMIR-REPORT (Ambion, Austin, TX, USA). HEK293T cell
was used in this study for its high transfection efficiency
(>90%; Karra and Dahm, 2010). Briefly, HEK293T cells
were cultured in 24-well plates and transfected with 40 nM
anti- or mimic microRNAs for 3 h followed by 200 ng/well
of pMIR-REPORT constructs for 3-5 h. Before lysed for
measurement of luciferase activity, cells were then left to recover
in CO; incubator at 37°C for 48 h. The effect of miRNA binding
with 3'UTR of Nurrl quantified using Dual luciferase assay
according to manufacturer’s protocol (Cat # E1910; Promega,
USA). Transfection efficiencies were normalized to those of
cells by co-transfecting with the Renilla-luc-expressing vector
pRL-CMV (Cat # E2261; Promega, Madison, WI, USA) at
5 ng/well.

Gene Transfection and siRNA Interference

Experiments in Vivo and in Vitro

The pcDNA-Nurrl overexpression lentivirus was constructed
and packaged by Neuron Biotech (Shanghai, China). The
Nurrl-siRNA, scramble siRNA and siRNA reagent system
were purchased from Santa Cruz Biotechnology Inc. (Cat
# sc-36111). For in vitro assays, the confluent microglia
and neuron were transfected with pcDNA- Nurrl using
Lipofectamine 2000 (Invitrogen, Carlsbad, CA, USA) according
to the manufacturer’s instructions. The siRNA interference
of Nurrl was performed according to the manufacturer’s
instructions. Cells transfected with empty vectors (EV) and
un-transfected cells (Null) served as negative control groups.
Sustained Nurrl overexpression or down-regulation were
confirmed by qRT-PCR and western blot analysis 72 h after
transfection. Scramble siRNA and Nurrl-siRNA were dissolved
in RNase-free water to a final concentration of 2 pg/pL, and
injected ipsilaterally into the left lateral cerebral ventricle 48 h
before MCAO.

Cell Viability Analysis

The cultured neurons with different treatments were grown in
96-well plates separately at a density of 2.0 x 10° cells/mL and
then harvested to analyze cell viability using The Cell Titer
96 Aqueous One Solution cell proliferation assay with 3-(4,5-
dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide (MTS;
Cat # G3582, Promega, USA). Absorbance was measured at
490 nm using a microplate reader.

Chromatin Immunoprecipitation (ChlP)

Assay

ChIP assay were performed using EZChIP kit which contains
all necessary reagents to perform 22 individual (ChIP) reactions
using inexpensive protein G agarose beads (Cat # 17-371, EZ-
ChIP™, Merck Millipore, USA). Briefly, for each experimental
condition, 2 x 107 rat primary microglia were needed. Cells
were cross-linked for 10 min with 1% formaldehyde. Samples
were incubated with Anti-Nurrl antibody [N1404]—ChIP Grade
(ab41917; Cat # ab41917, 1:100, Abcam, Cambridge, MA, USA;
1:100 in ChIP dilution buffer - 0.01% SDS, 1.1% Triton X-100,
1.2 mM EDTA, 16.7 mM Tris-HCl (pH 8.1), 167 mM NaCl,
proteanase inhibitor cocktail) for 16 h at 4°C. A 150-bp region
of the rat proximal TNF-a promoter was amplified spanning the
NEF-kB site. Protein binding was detected using RT-qPCR.

Immunofluorescence Staining

Fresh freeze brain sections (10 wm) were incubated with 10%
normal goat serum/0.3% Triton-X 100 diluted in PBS blocking
solution at 37°C for 1 h. Slides were then incubated with
the following corresponding primary antibodies: Polyclonal
rabbit anti-rat Nurrl (1:100 dilution; sc-991, Santa Cruz, CA,
USA) and monoclonal mouse anti-goat CD68 (1:50 dilution;
Cat # abl211, Abcam, Cambridge, MA, USA) overnight at
4°C. Following incubation, slides were then washed in 0.1 M
PBS and incubated for 1 h with the following secondary
antibodies: goat anti-rabbit Immunoglobulin G (1:100 dilution;
zhongshanjingiao, China) and goat anti-mouse Immunoglobulin
G (1:200 dilution; zhongshanjinqiao, China). DAPI was used to
stain the nuclei (Sigma-Aldrich). All the sections were visualized
under a Nikon ECLIPSE Ti fluorescence microscope, loaded with
a CoolSNAP photometrics camera at 400 x magnification.

Western Immunoblot Analysis

Cell lysis buffer of cultured neurons and the rat cortex
supplemented with proteinase inhibitors were used to extract
total protein. The quantified proteins were separated by 8%
SDS-PAGE and transferred onto polyvinylidene fluoride (PVDF)
membranes. The membranes were subsequently blocked with
5% skim-milk for 2.0 h at room temperature and incubated
in primary antibody overnight at 4°C. Dilutions for primary
antibodies were as follows: Polyclonal rabbit anti-Nurrl and
anti-TNF-a (1:500 dilution; 6945S, Cell Signaling Technology,
USA), Polyclonal mouse anti-p-actin (1:5000, ABclonal, Wuhan,
China, AC004) and anti-IL1f (1:1000, Bioworld technology,
USA). The membranes were then incubated with appropriate
secondary antibodies at 37°C for 2 h (dilution 1:5000, Sangon
Biotech, Shanghai, Co., Ltd.). The density of bands was detected
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FIGURE 1 | Nurri expression at 2, 6, 12, 24 and 48 h after MCAO/R. (A) Nurr1 protein was measured by Western blot at each time point upon cerebral
ischemia/reperfusion. The gray intensities of the bands were quantified using ImagedJ software and presented as percentage of B-actin (internal control, %).
Nurri expression decreased sharply and reached a minimum at 12 h in cerebral cortex (Cor) and hippocampus (Hip) of rats. (B) Nurr1 mRNA was measured by
RT-gPCR and presented as relative expression (mean + SD, n = 3). (C) Nurr1 protein expression was significantly declined in the infarct side of cortex by
immunofluorescence staining from fresh freeze brain sections 12 h after MCAO/R. **p < 0.01, *p < 0.001.

using an enhanced chemiluminescence system (Cat # 32132,
Pierce™ ECL Plus Western Blotting Substrate ECL Plus, USA),
and the gray value of bands was quantified using Image]J analysis
software. The relative expression quantity of protein was scored
as the ratio of target protein intensity to p-actin staining intensity.

Statistical Analysis

All data are expressed as mean £ SD. One-way analysis of
variance (ANOVA) followed by Bonferroni test was used to
compare results among all groups. The Spearman’s correlation
test was used to examine the correlations of relative expression
levels between protein and miRNA. The SPSS 17.0 software

package was used to execute all statistics. All experiments were
independently repeated at least three times. p-values < 0.05 were
considered statistically significant.

RESULTS

Nurr1 Expression Decreased in Both the
Cerebral Cortex and Hippocampus of Rats
after MCAO/R

Every three rats were euthanized randomly in each group at
different time point and different treatment after MCAO/R. Rats
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to the 3'UTR of Nurr1 (in red color) is mapped in this figure. Nucleotides which were altered for mutational studies are marked in gray color of background.
(D) Quantitation of the effects of anti MIRNAs and miRNA mimics interaction with the 3'UTR of Nurr1. (E) Quantitation of the effects of anti-miR-145-5p and
miR-145-5p mimic interactions with the normal binding sites (WT) and mutated binding sites (mut) in 3'UTR of Nurri. *p < 0.05, *p < 0.01, *p < 0.001.

in the sham group were used as negative control. Approximately
138 rats were euthanized in the whole study, with the 82.4%
(138/170) survival rate of the animals after MCAO surgery.
Both mRNA and protein levels of Nurrl decreased from the
start of ischemic stroke, reached a minimum at 12 h, and then
increased until 48 h (Figures 1A,B). Similarly, Nurrl expression
significantly decreased on the infarct side of the cortex and
hippocampus of fresh frozen brain tissue sections as shown

by immunofluroescence assays (Figure 1C). In addition, brain
tissues were stained with 2,3,5-triphenyl-tetrazolium chloride
(TTC) to measure infarct size on the ipsilateral side. Infarct
size peaked at ~24 h and then decreased progressively until
48 h after occlusion (Figure 2A). Infarct volume was negatively
correlated with Nurrl expression in the cortex, but this was
not statistically significant using the Pearson correlation test
(correlation coefficient —0.457, P = 0.362).

Frontiers in Molecular Neuroscience | www.frontiersin.org

November 2017 | Volume 10 | Article 383


https://www.frontiersin.org/journals/molecular-neuroscience
https://www.frontiersin.org
https://www.frontiersin.org/journals/molecular-neuroscience#articles

miR-145-5p/Nurr1/TNF-a in Acute Cerebral Ischemic/Reperfusion

Xie et al.

LPIOM ‘EPPY ‘Glbed 129.20€ DY
‘ZBIN ‘lepdid ‘zanwl ‘Henod ‘1s13 ‘lexond ‘L9IPM
‘1den “L19ed)Z ‘2oZIN ‘ZElUIM ‘aredn ‘98.26951aDy ‘zdpd
‘|LWwoes ‘gggwed ‘Lqedy ‘Lodul ‘LPUIA ‘Zswiy ‘gung
‘PWPIN ‘€0BY ‘7PIoY ‘eB1T ‘eFopoD ‘v LIeY ‘2IdspiO ‘PSOS
Mgedn ‘LILBWH ‘18zdiz ‘0zondz ‘2ai0 ‘eswiad ‘godid

Lweeq ‘1187 ‘gUuiiS ‘gaIsy ‘gbseols ‘gdexy
‘epgdid ‘pAW ‘oldauey ‘grel ‘ziBQ ‘Ldoyus ‘Loudid
‘LIXHAL ‘Glwg ‘ZBod ‘oeeg ‘eldelN ‘pr9diz ‘UoAW ‘dong
‘pudid ‘zeyolS ‘o ‘| LiLddd ‘Leywe) ‘1dgn ‘e/9 | wed
‘Zsidy ‘1efog 4 ‘Zpuul) ‘pxyz ‘guibso  ‘egwed
‘Ldebyly ‘6/wew] ‘Gz ‘seid ‘LYOION ‘gdwep ‘6LO1L

ZIOAN ‘GBS LLELADY ‘GPIOM ‘LIWUT ‘edep ‘ZesholS
‘10083 ‘QLpaW] ‘ceduluH ‘eyedn ‘SYIPM ‘BZIUIM ‘GYUOM
‘Loxo4 ‘lgudid ‘ZIBL ‘TIPHON ‘SaAZ ‘0zemliz ‘eiseul
0L LAy ‘Lpoig ‘egwdy ‘gdaddy ‘0£8/0€1AdDY ‘LOPUIA
‘ZieA ‘Lud ‘zpwew] ‘QidIA ‘BEHS ‘ZhX3 ‘uluy ‘egpuueq
‘BP10Y ‘€laN ‘2e8ealsS ‘edenH ‘gyz3 ‘gooyL ‘65998 Lany
‘ceg ‘ZLPeN ‘LgLdiy ‘prwdd ‘lugdsn ‘LL2djz ‘ciedy

GUIa4 ‘LASPIO UH “LYZ3 ‘Lyteld
‘ZOEIN ‘QBPLOCL ‘v IMPD ‘LouT ‘ZHebeq ‘LAd ‘gLod HXL
‘feig ‘gqobS ‘gydl ‘Liay ‘e98zdiZ ‘85 1idD ‘NS ‘LiBLAdQ
‘efedeN ‘Lpuul) ‘egguisW]  ‘gewew]  ‘GLEeN ‘ZMxqd
‘URUD ‘GZBSGZOIS ‘100 1LaY ‘YWPIN ‘O LBUOBD ‘BEUOS ‘GGPHY
‘0pg00S ‘QUPBH ‘UBUMA ‘e4Bpd 1010 ‘Igzdiz ‘Leoqy

/S00S ‘9XUT ‘7BGHOIS ‘LOWON ‘GuIad ‘' LdSPID
UH LYz3 ‘Liudeld ‘ZoreIN (1xospD ‘OGEeN ‘Lydeiq ‘Zium
'1egoIS Ueld ‘oL Ldiv ‘IMdi ‘Uidd ‘BEAIAZ ‘QiUd ‘PreweS
‘Bueds| ‘/91OpoD ‘LBWNN ‘cpuelz ‘egLOAN ‘|LIoswiy
‘LLpwsd ‘pysdD ‘gbzeld ‘1oopT ‘gxigd ‘0rgoes ‘Lpopul
‘GleeN ‘Lpoews ‘leyjwe) ‘gegdly ‘Ldzn ‘Ozqiaz

qopIV “FSUAN ‘WD ‘2D ‘0L ‘@l ‘GLIeN
‘1daybq ‘gguy xodD ‘pOold ‘SWSOY ‘ZaeMid ‘gplLunog
‘LpsaN NSO ‘1B ‘ardie ‘equuy ‘ Ldged ‘SWAL ‘010 ‘gl Lol
‘1B ‘1S13 ‘0€82L OO ‘LWO0H ‘UGID ‘gSIN “Ldolan
‘oxed ‘wpy ‘Ipy3 ‘IBS ‘grdsn ‘gdsed ‘Lsped ‘gbul

£pwsy ‘6ION ‘gs¥eds ‘LopD
'JgXUS 'qg0olo] ‘zison ‘gjebdey x0T ‘¥asds xjezH ‘04 H
‘BGE L Wed “LB1oy ‘9dsna ‘9zeMyz ‘pXUiZ “LpUdeD ‘9qiaz
‘598296 a9y ‘zidbuy ‘eMpiid Xid ‘ZIZdW ‘6eMyz ‘dodg
‘oYpIN ‘edureos ‘lensy LB Ldy ‘0gou] ‘gydD ‘a/ LpUay ‘8xus
‘LOWIT ‘FBUOM ‘ZIPUIA ‘EPPY ‘€43 ‘OLLPUAY ‘2dVDHS

0T t- 10> 88
- 290 -
20k 020 ]
660~ 10> e
820~ 10> -
S50~ 82°0 -
€0’k 0€'0 18

05NNDHHONONOOIONNNNND

09NNYONOOYNNOYNONOVIOOY

©ONOVONIVVYOOVONYIONIVN

YOONNYOONNOYNONNYOOND

OVOOOVIVOVOVOOOVOOVIY

NYNNOONVYYYVYNOOD09NVYVYN

NOO0NVYYOOYOOONNNNOYIOND

dg-62 | -giw-oui<

dg-opg-yiw-oul<

dg-/ | g-yiw-oui<

dg-ge-yiwu-oul<

dg-y1 g-yiw-oui<

dg-Ggg-Hiw-oui<

dg-Gy | -giw-oui<

sauab 1ab.e) 1oy10

(HASA1IW) YNHOHOIN

(19d) NvOS13aDHVL aadin

uonoipaid 1NN Jo 209G jobie]

@ouanbaes ainjep

VNy!w

"pleY SIY} Ul Seseqerep 1Sowaio} 981y} Ul uonolpaid sisAfeue oleuLIojulolg Aq H1N,e SH UBnoiyy [UnN eenbai Ajjenuelod jeys SyNdosolw | | 31avL

November 2017 | Volume 10 | Article 383

Frontiers in Molecular Neuroscience | www.frontiersin.org


https://www.frontiersin.org/journals/molecular-neuroscience
https://www.frontiersin.org
https://www.frontiersin.org/journals/molecular-neuroscience#articles

Xie et al.

miR-145-5p/Nurr1/TNF-a in Acute Cerebral Ischemic/Reperfusion

mErEno
OO

Fold change of miR-145-5p

c o Null
B anti-miR-145
B mimic miR-145

N

-

o

Relative expression
of Nurrt mRNA

AQ N O
Q‘P \9 v

’70/~

primary neurons
Different time point post OGD/R

o Null
E @ anti-miR-145
120 a mimic miR-145
R
3‘100 _________
= 80
>
& 60
>
o 40
(%]
20
0
o 2o N
N @6‘30{\ O\Qﬂj@&
F & SE P

MTS analysis of primary neurons

**p < 0.01, ¥o < 0.001.

FIGURE 3 | miR-145-5p regulates endogenous Nurr1 levels in microglia. Microglia cultured in normoxia (nor.) and un-transfected (the null group) served as negative
controls. (A) miR-145-5p expression increased from the onset of OGD/R and peaked at 2 h in microglia (p < 0.001), but did not change significantly in primary
neurons. (B) Transfection anti-miR-145-5p induced an sharply increasing of Nurri mRNA post OGD/R 2 h in microglia (p < 0.001). (C) No obvious changes of
Nurrt mRNA were observed in primary neurons subjected to OGD/R, independent of anti-miR-145-5p or miR-145-5p mimic administration. (D) By Western blot
assay, Nurr1 protein decreased and TNF-a increased significantly after OGD/R 2 h in microglia. miR-145-5p mimic administration significantly reduced Nurr1 protein
level after OGD/R 2 h. (E) By MTS analysis of neurons, cell viability of primary neurons cocultured with microglia OGD/R 2 h with anti-miR-145-5p transfection did
not show significant increase of cell death when compared to microglia normoxia group or neurons only group (NS: non-significance; p > 0.05). Oppositely,
administration of miR-145-5p mimic increases neurons death notably in microglia after OGD/R 2 h than those co-cultured with microglia control (p < 0.01).
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Screening for miRNAs that Directly Target
the 3'UTR of Nurr1

miRNA expression was measured in our miRNA profiling
analysis of rat cortex samples at different time point
after MCAO/R (Figure 2B). Eleven miRNAs, including
miR-145-5p, miR-34c-5p, miR-365-3p, miR-214-3p,
miR-151, miR-27a, miR-153-5p, miR-365-3p, miR-33-
5p, miR-217-5p and miR-129-5p, were differentially and
significantly expressed (P < 0.05; Figure 2B). Among
them, seven putative relevant miRNAs were screened by
bioinformatic analysis of databases to identify miRNAs that

regulate Nurrl directly through its 3'UTR (Table 1). The
predicted binding sites of the selected miRNAs are shown in
Figure 2C.

The 3'UTR of Nurrl and miRNA binding sites were
cloned to construct firefly luciferase reporter plasmids (pMIR-
REPORT). Plasmids were cotransfected independently with
the respective anti- or mimic miRNAs into HEK293T
cells. Results showed that the miR-145-5p mimic clearly
decreased the luminescence reporter signal to a greater extent
(P < 0.001; Figure 2D), as did miR-132 and miR-34c-5p, which
were previously shown to directly target Nurrl. However,
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FIGURE 4 | Nurri overexpression suppresses TNF-a expression in microglia. (A) Quantitation of Nurr1 and TNF-o mRNA in primary microglia which were subjected
to OGD/R 0.5 h, 1.0 h, 2 h, 6.0 h and 12 h, respectively. TNF-a mRNA increased from the onset of OGD/R and peaked at OGD/R 2 h in microglia (o < 0.001).
However, Nurrt mRNA showed an opposite trend at different time point of OGD/R. (B) Overexpression of Nurr1 led to significant attenuation of TNF-a mRNA,
otherwise Nurr1-siRNA led to sharply increase of TNF-a expression after OGD/R 2 h in microglia. However, these significant changes of TNF-a mRNA expression
were not observed in microglia with normooxia culturing (microglia nor. group) or neurons only group. (C) After OGD/R 2 h in microglia, Nurr1 overexpression by
pcDNA-Nurr1 transfection significantly inhibited TNF-a protein expression (o < 0.001). Oppositely, Nurr1 knockdown by siRNA interference significantly restored
TNF-a protein expression (o < 0.001). (D) ChIP assay of Nurr1 on the TNF-a promoter in response to OGD/R 2 h in microglia cells. Nurri overexpression by plasmid
transfection increased Nurr1 occupancy at the TNF-a promoter, especially when TNF-a expression reached great amount post OGD/R 2 h. Data are displayed as
fold enrichment over control IgG. (E) By MTS analysis of neurons, neurons viability co-cultured with microglia OGD/R 2 h which were transfected with

Nurri overexpression plasmid showed significant lower ratio of cell death than the null (o < 0.01) and Nurr1-siRNA group (o < 0.001). However, no obvious changes
of cell viability were observed in groups of neurons only and neurons+microglia normoxia after overexpression or knockdown Nurr1 expression. **p < 0.01,
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miR-217 exhibited a lower significant interaction when
compared with miR-145-5p and miR-34c-5p (Figure 2D).
Mutations of the miR-145-5p and Nurrl recognition sites
in the 3'UTR abolished their interaction (Figure 2E). These
results suggest that miR-145-5p modulates Nurrl through its
3'UTR.

miR-145-5p Regulates Endogenous

Nurr1 Levels in Microglia

miR-145-5p expression increased from the onset of OGD/R,
peaked at 2 h, and then progressively decreased until 12 h
in microglia (Figure 3A). However, no significant changes of
miR-145-5p expression were observed at different time points
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FIGURE 5 | The axis signaling of miR-145-5p-Nurr1-TNF-a in acute MCAO/R model of rats by in vivo expriments. Infarct volume was plotted as the percentage of
ipsilateral cerebral. (A) After 12 h of MCAO/R, administration of anti-miR-145-5p in vivo via ICV injection to ischemic rats immediately reduced Infarct volume by
39.05% (p < 0.01). While administration of miR-145-5p mimic increased infarct volume by 15.05% when compared to the null group (o < 0.05). However, these
changes of infarct volume were not observed significantly at 24 h. (B) By RT-gPCR analysis, Nurr1 mRNA expression significantly increased in anti-miR-145-5p
injection samples (p < 0.001) whereas decreased after administration of mimic miR-145-5p (p < 0.05). (C) In contrast, TNF-a mRNA expression significantly
decreased in anti-miR-145-5p injection samples post 12 h of MCAO/R (p < 0.001) whereas significantly increased when administration of miR-145-5p mimic
(o < 0.01). However, these significant changes of TNF-a mRNA expression were not observed in samples post 24 h of MCAO/R. (D) By western blot analysis, both
TNF-a and IL1B expression levels were significantly suppressed by Nurr1 overexpression with administration of anti-miR-145-5p at 12 h and 24 h post-MCAO/R,
and vice versa. *p < 0.05, *p < 0.01, *p < 0.001.

of OGD/R in primary neurons (Figure 3A). Nurrl mRNA
levels were reduced from the onset of OGD/R and peaked
at 2 h in microglia (Figure 3B). Administration of anti-
miR-145-5p induced a sharp increase of Nurrl mRNA levels
in comparison with the null group at each time point of
OGD/R in microglia (Figure 3B) but not in primary neurons
(Figure 3C).

After OGD/R 2 h induction of miR-145-5p overexpression
in microglia, the Nurrl protein was clearly reduced when
compared with cells in the normoxia group (Figure 3D).

In particular, expression of TNF-a, which was reported
to be transrepressed by Nurrl, displayed a pattern of
expression opposite that of Nurrl under treatment with the
miR-145-5p mimic or anti-miR-145-5p (Figure 3D). Cell
viability assessed by MTS analysis showed that primary neuronal
cells co-cultured with microglia transfected with anti-miR-145-
5p post OGD/R 2 h did not exhibit significant cell death when
compared with the normoxia group (Figure 3E). Conversely,
a noticeable increase in neuronal cell death was observed
in those co-cultured with miR-145-5p mimic-transfected
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microglia (Figure 3E). These experiments suggest that
enhanced levels of miR-145-5p inhibit neuronal viability by
regulating expression of Nurrl and TNF-a in microglia after
OGD/R.

Overexpression of Nurr1 Suppresses

TNF-o Expression

It was previously reported that Nurrl induces transrepression
of TNF-a by binding to its promoter in Parkinson’s disease
(Saijo et al,, 2009). Herein, we sought to determine the effects

of aberrant expression of Nurrl on TNF-o expression in
microglia and primary neurons subjected to OGD/R at different
time. Results of qRT-PCR analysis showed that TNF-o. mRNA
expression increased and peaked at 2 h of OGD/R in microglia
which is opposite to Nurrl mRNA levels (Figure 4A), but not
in primary neurons (data not shown). Upon treatment with the
Nurrl activation plasmid, overexpression of Nurrl significantly
attenuated TNF-oo mRNA and protein expression. Conversely,
an increase in TNF-a expression was observed after treatment
with Nurrl-siRNA after OGD/R 2 h in microglia (Figures 4B,C).
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n = 54 for the combination group. (C) The graphical summary. Here, we describe a novel miR-145-5p regulatory mechanism of Nurr1 that can act downstream of
TNF-a activation. In acute cerebral ischemia (MCAO/R 12 h) of rats and OGD/R 2 h of microglia, Nurr1 inhibits TNF-a expression by binding promoter of TNF-a
gene. This regulatory effect is inhibited by Nurr1 protein decline that induced by miR-145-5p overexpression. Blocking the abnormal activation of miR-145-5p-
Nurr1-TNF-a axis signaling can relieve neurons death upon MCAO/R of rats in acute time. **p < 0.01.

However, no significant changes were observed in primary
neurons (Figure 4B).

To assess whether Nurrl binds to the TNF-« gene promoter,
we performed a chromatin immunoprecipitation (ChIP) assay in
microglia. As shown in Figure 4D, Nurrl plasmid transfection
increased Nurrl occupancy at the TNF-o promoter, especially
when TNF-a expression reached a high level after OGD/R 2 h.
Furthermore, neuronal cells co-cultured with microglia after
OGD/R 2 h with Nurrl-siRNA transfection showed significant
cell death and could be rescued by Nurrl overexpression
after transfection with the Nurrl plasmid (Figure 4E). In
contrast, knockdown or overexpression of Nurrl did not alter
cell viability independent of OGD/R in the primary neuron
culture only group (Figure 4E). These data demonstrate that
lower expression of Nurrl relieves transrepression of TNF-a
in microglia and inhibits cell growth in primary neurons after
OGD/R2h.

Abnormal Inactivation of Nurri-Mediated
Transrepression on TNF-a by miR-145-5p
Overexpression Accelerates Inflammatory
Injury in Acute MCAO/R of Rats

We demonstrated that increasing expression of miR-145-5p
peaked at 12 h in our rat MCAO/R model (Figure 2A). We
next administered the miR-145-5p mimic and anti-miR-145-5p
in vivo via ICV injection into ischemic rats immediately after
MCAO. Mean infarct volumes were measured at 12 h and
24 h post-MCAO/R. Administration of anti-miR-145-5p reduced
infarct volume by 24.05% at 12 h, whereas administration of
the miR-145-5p mimic increased infarct volume by 11.05%
(Figure 5A). Administration of anti-miR-145-5p significantly
increased Nurrl mRNA expression (Figure 5B) and reduced
TNF-a mRNA expression at 12 h post-MCAO/R (Figure 5C) but
not at 24 h post-MCAO/R.
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Accordingly, Nurrl protein expression increased 4.53-
and 3.42-fold upon treatment with anti-miR-145-5p at
12 h and 24 h post-MCAO/R, respectively (Figure 5D).
Both TNF-a and IL-1f protein levels were significantly
up-regulated at both 12 h and 24 h post-MCAO/R, and
they were successfully suppressed by Nurrl overexpression
induced by administration of anti-miR-145-5p (Figure 5D).
Accordingly, Nurrl expression increased significantly upon
anti-miR-145-5p treatment vs. miR-145-5p mimic treatment
in active microglia in peri-infarct areas post 12 h of MCAO/R
using immunofluorescence (Figure 6). These data reveal that
lower expression of Nurrl induced by miR-145-5p upregulation
increases infarct volume at an early stage of cerebral ischemia
of rats by activating TNF-a and IL-1f proinflammatory
signals.

miR-145-5p Interruption Facilitates
Neurological Outcome of Rats Post
MCAO/R

Significant functional deficits were observed in the mNSS
for animals subjected to mimic miR-145-5p administration
compared to anti-miR-145-5p animals at both 7d and 14d after
injury (p < 0.05; Figure 7A). For foot fault tests, the percentages
of front left, hind left, total left, and total foot faults at 7d
and 14d after injury after anti-miR-145-5p was significantly
lower, compared to that of null and mimic miR-145-5p animals
(p < 0.05; Figure 7B). However, in the mNSS and foot fault tests
were not significantly different between the null and miR-145-5p
mimic administration animals (p > 0.05).

DISCUSSION

The present study utilized a coculture model system in
which neurotoxicity was induced by activated microglia post
OGD/R 2 h. We showed several lines of evidence that
Nurrl plays an important role in protecting neurons from
inflammation-induced neurotoxicity by inhibiting expression of
inflammatory genes in microglia. Firstly, clear reductions in both
Nurrl mRNA and protein expression were detected in microglia
post OGD/R 2 h and accompanied by a substantial elevation
in TNF-a gene expression (Figures 4A,C). Furthermore,
Nurrl overexpression induced by Nurrl plasmid indeed leaded
to inhibition of TNF-o0 mRNA and protein expression in
microglia post OGD/R 2 h (Figures 4B,C). Secondly, reduction
of Nurrl expression induced by OGD/R 2 h in microglia
resulted in increased neuronal cell death that could be rescued
by Nurrl plasmid transfection (Figure 4E). Thirdly, ChIP assay
demonstrated that Nurrl was recruited to the TNF-a promoter
following OGD/R 2 h treatment and was further enhanced
by Nurrl overexpression (Figure 4D), indicating that it was
acting locally to repress transcription. This finding is consistent
with previous studies showing that reduced Nurrl expression
results in death of tyrosine hydroxylase-expressing neurons
in Parkinson’s disease by targeting the TNF-a gene promoter
in microglia (Saijo et al, 2009; Kim et al, 2015). Finally,
Nurrl declined sharply in brain tissues at 12 h following

MCAOV/R, and lower Nurrl expression was partly correlated
with infarct volume 12-24 h post MCAO/R by in vivo assays
(Figure 2A).

Results of our study strongly indicate transcript factor
Nurrl protects neurons from ischemia-induced inflammation
injury, at least in part, through transrepression of TNF-a in
activated microglia post OGD/R. These are supported by several
recent studies: (1) up-regulation of VEGF and Nurrl strongly
promote DAergic neuronal survival after Cystatin C treatment,
which might be involved in p-PKC-a/p-ERK1/2-Nurrl signaling
and autophagy (Zou et al., 2017). (2) The interaction between
Nurrl and Foxa2 protects midbrain dopamine neurons against
various toxic insults, while their expression are absent during
aging and degenerative processes (Oh et al., 2015). (3) The
Glial cell line-derived neurotrophic factor (GDNF) was found
to protect neurons in cerebral ischemia, and Nurrl was
up-regulated by GDNF in the process of dendritic and electrical
maturation of neuron cells (Cortés et al., 2017).

The important roles of changes in miRNA expression
in ischemic brain injury have been discovered recently
using miRNA profiling techniques in a rat MCAO/R model
(Dharap et al, 2009; Di et al, 2014). In the present study,
miR-145-5p mimic clearly decreased Nurrl expression in
HEK293T (P < 0.001), as did miR-132 and miR-34c-5p,
which was consistent with the previous study that miR-
34c-5p directly regulated Nurrl in HCT116 cells (Beard
et al, 2016) and miR-132 targeted Nurrl in differentiation
of dopamine neurons (Yang et al., 2012). However, miR-217
exhibited a lower significant interaction when compared with
miR-145-5p and miR-34c-5p (Figure 2D). Further mutation
of the miR-145-5p and Nurrl recognition sites in the
3’UTR abolished their interaction in HEK293T cells as
detected by luciferase reporter assay (Figure 2E). However,
Nurrl expression is not regulated by miR-365-3p. These data
demonstrate that it was essential to elucidate the specific relation
between miR-145-5p and Nurrl in rat model of cerebral I/R
injury.

miR-145-5p has been shown to be up-regulated in the
pathological process of vascular neointimal lesion formation
(Saugstad, 2010; Li et al., 2012), cardiomyocyte survival (Chen
et al,, 2015), and H;O;-induced neuronal injury (Gan et al,
2012). Here, we observed that miR-145-5p expression sharply
increased in the cortex of rats 12 h post MCAO/R (Figure 2B)
and in isolated primary microglia post OGD/R 2 h (Figure 3A).
Modulation of miR-145-5p expression affects cell viability under
in vitro ischemic conditions, and this occurs via regulation of
Nurrl (Figures 3D,E). Administration of miR-145-5p mimic
in primary microglia post OGD/R significantly reduced TNF-a
expression and IL-1p by enhancing Nurrl expression, which
subsequently improved neuronal cell viability (Figures 3E, 4E).
As expected, anti-miR-145-5p administration via ICV injection
reduced infarct volume by 24.05% at 12 h post MCAO/R in rats
(Figure 5A). Whatever, more researches must be performed to
elucidate the specific effects of miR-145-5p on cerebral I/R injury
in human blood or cerebrospinal fluid.

CDe68 is specifically expressed in microglia in ischemic stroke
brain (Szalay et al., 2016). By immunofluorescence assay, massive
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Nurrl expression was observed in active microglia after anti-
miR-145-5p treatment (Figure 6). Our findings are in agreement
with a previous report, which demonstrated that antagomir-145
infusion resulted in a decreased area of infarction at 1 day
of reperfusion by increasing SOD2 protein expression (Gan
et al,, 2012). It is noteworthy that 24 h after MCAO/R in rats,
miR-145-5p inhibition could not reduce infarct volume despite
the significant increase in Nurrl (Figure 5A). Furthermore,
significant functional improvement were observed in the mNSS
and foot fault tests for animals subjected to mimic miR-145-5p
administration compared to anti-miR-145-5p animals after
cerebral I/R injury (Figures 7A,B). This indicates that the
supression of miR-145-5p, which decreased neuron cell death by
increasing TNF-a-mediated inflammation, might be insufficient
to provide protective effects under these conditions. Therefore,
it is still worth exploring function and mechanism(s) of miR-
145-5p/Nurrl/TNF-a Signaling in human stoke in the near
future.

CONCLUSION

In summary, our study identified and confirmed a novel
regulation of Nurrl by miR-145-5p in both in vitro and
in vivo cerebral ischemic conditions. The hypothetic mechanisms
were examined in isolated primary microglia and neurons
post OGD/R by in vitro study (Figure 7C). I/R-induced
miR-145-5p overexpression suppresses Nurrl protein expression

REFERENCES

Al-Mufti, F., Amuluru, K, Roth, W., Nuoman,
and Meyers, P. M. (2017). Cerebral ischemic
following recanalization of large vessel
doi: 10.1093/neuros/nyx341 [Epub ahead of print].

Beard, J. A., Tenga, A., Hills, J., Hoyer, J. D., Cherian, M. T., Wang, Y. D,
et al. (2016). The orphan nuclear receptor NR4A2 is part of a p53-microRNA-
34 network. Sci. Rep. 6:25108. doi: 10.1038/srep25108

Chen, R., Chen, S., Liao, J., Chen, X,, and Xu, X. (2015). MiR-145 facilitates
proliferation and migration of endothelial progenitor cells and recanalization
of arterial thrombosis in cerebral infarction mice via JNK signal pathway. Int.
J. Clin. Exp. Pathol. 8, 13770-13776.

Chen, X., Liu, Y., Zhu, J., Lei, S., Dong, Y., Li, L., et al. (2016). GSK-3p
downregulates Nrf2 in cultured cortical neurons and in a rat model of cerebral
ischemia-reperfusion. Sci. Rep. 6:20196. doi: 10.1038/srep20196

Chen, Y., Wu, X,, Yu, S, Lin, X., Wu, J,, Li, L., et al. (2012). Neuroprotection of
tanshinone ITA against cerebral ischemia/reperfusion injury through inhibition
of macrophage migration inhibitory factor in rats. PLoS One 7:¢40165.
doi: 10.1371/journal.pone.0040165

Cortés, D., Carballo-Molina, O. A., Castellanos-Montiel, M. J., and Velasco, 1.
(2017). The non-survival effects of glial cell line-derived neurotrophic factor
on neural cells. Front. Mol. Neurosci. 10:258. doi: 10.3389/fnmol.2017.
00258

Dharap, A., Bowen, K., Place, R, Li, L. C, and Vemuganti, R. (2009).
Transient focal ischemia induces extensive temporal changes in rat cerebral
microRNAome. J. Cereb. Blood Flow Metab. 29, 675-687. doi: 10.1038/jcbfm.
2008.157

Di, Y., Lei, Y, Yu, F, Changfeng, F., Song, W. and Xuming, M.
(2014). MicroRNAs expression and function in cerebral ischemia
reperfusion injury. J. Mol. Neurosci. 53, 242-250. doi: 10.1007/s12031-014
-0293-8

R., El-Ghanem, M.,
reperfusion injury
occlusions.  Neurosurgery

and attenuates Nurrl transrepression of the TNF-o promoter
in microglia (OGD/R 2 h), which then causes TNF-a-
related neuronal injury. Additional in vivo studies have
shown that administration of anti-miR-145-5p could increase
Nurrl expression and reduce subsequent infarct volume in
acute cerebral ischemia (MCAO/R 12 h). It may be an
effective therapeutic strategy of reducing neuronal injury
following MCAO/R in rats by blocking abnormal activation
of miR-145-5p/Nurrl/TNF-a axis signaling in the acute
phase.

AUTHOR CONTRIBUTIONS

XX and YoZ conceived and designed the experiments. XX, LP
and YaZ conducted the experiments. XX and LL analyzed the
results. LP, YC, JZ, SY and XX contributed materials and analysis
tools. XX wrote the article. YoZ is the corresponding author. All
authors reviewed the manuscript.

ACKNOWLEDGMENTS

This study was supported by the Natural Science Foundation
of China, grant 81271460; the Natural Science Foundation of
Chongqing Education Committee, grant KJ1500230; and the
Science and Technology Innovation Programs for Postgraduates
of Chongging, grant CYB16103.

Fumagalli, S., Perego, C., Pischiutta, F., Zanier, E. R, and De Simoni, M. G. (2015).
The ischemic environment drives microglia and macrophage function. Front.
Neurol. 6:81. doi: 10.3389/fneur.2015.00081

Gan, C. S, Wang, C. W,, and Tan, K. S. (2012). Circulatory microRNA-145
expression is increased in cerebral ischemia. Genet. Mol. Res. 11, 147-152.
doi: 10.4238/2012.January.27.1

Gao, H., Chen, Z.,, Fu, Y., Yang, X, Weng, R, Wang, R, et al. (2016).
Nur77 exacerbates PC12 cellular injury in vitro by aggravating mitochondrial
impairment and endoplasmic reticulum stress. Sci. Rep. 6:34403.
doi: 10.1038/srep34403

Gullo, F., Ceriani, M., D’Aloia, A., Wanke, E., Constanti, A., Costa, B., et al. (2017).
Plant polyphenols and exendin-4 prevent hyperactivity and TNF-a release
in LPS-treated in vitro neuron/astrocyte/microglial networks. Front. Neurosci.
11:500. doi: 10.3389/fnins.2017.00500

Jeyaseelan, K., Lim, K. Y., and Armugam, A. (2008). MicroRNA expression in
the blood and brain of rats subjected to transient focal ischemia by middle
cerebral artery occlusion. Stroke 39, 959-966. doi: 10.1161/STROKEAHA.107.
500736

Jose, S., Tan, S. W., Ooi, Y. Y., Ramasamy, R, and Vidyadaran, S. (2014).
Mesenchymal stem cells exert anti-proliferative effect on lipopolysaccharide-
stimulated BV2 microglia by reducing tumour necrosis factor-a levels.
J. Neuroinflammation 11:149. doi: 10.1186/s12974-014-0149-8

Karra, D., and Dahm, R. (2010). Transfection techniques for neuronal cells.
J. Neurosci. 30, 6171-6177. doi: 10.1523/J]NEUROSCI.0183-10.2010

Kim, C. H., Han, B. S., Moon, J., Kim, D. J,, Shin, J., Rajan, S., et al. (2015). Nuclear
receptor Nurrl agonists enhance its dual functions and improve behavioral
deficits in an animal model of Parkinson’s disease. Proc. Natl. Acad. Sci. US A
112, 8756-8761. doi: 10.1073/pnas.1509742112

Li, R, Yan, G., Li, Q., Sun, H., Hu, Y., Sun, J., et al. (2012). MicroRNA-
145 protects cardiomyocytes against hydrogen peroxide (HO;)-induced
apoptosis through targeting the mitochondria apoptotic pathway. PLoS One
7:¢44907. doi: 10.1371/journal.pone.0044907

Frontiers in Molecular Neuroscience | www.frontiersin.org

November 2017 | Volume 10 | Article 383


https://doi.org/10.1093/neuros/nyx341
https://doi.org/10.1038/srep25108
https://doi.org/10.1038/srep20196
https://doi.org/10.1371/journal.pone.0040165
https://doi.org/10.3389/fnmol.2017.00258
https://doi.org/10.3389/fnmol.2017.00258
https://doi.org/10.1038/jcbfm.2008.157
https://doi.org/10.1038/jcbfm.2008.157
https://doi.org/10.1007/s12031-014-0293-8
https://doi.org/10.1007/s12031-014-0293-8
https://doi.org/10.3389/fneur.2015.00081
https://doi.org/10.4238/2012.January.27.1
https://doi.org/10.1038/srep34403
https://doi.org/10.3389/fnins.2017.00500
https://doi.org/10.1161/STROKEAHA.107.500736
https://doi.org/10.1161/STROKEAHA.107.500736
https://doi.org/10.1186/s12974-014-0149-8
https://doi.org/10.1523/JNEUROSCI.0183-10.2010
https://doi.org/10.1073/pnas.1509742112
https://doi.org/10.1371/journal.pone.0044907
https://www.frontiersin.org/journals/molecular-neuroscience
https://www.frontiersin.org
https://www.frontiersin.org/journals/molecular-neuroscience#articles

Xie et al.

miR-145-5p/Nurr1/TNF-a in Acute Cerebral Ischemic/Reperfusion

Liu, F. J., Kaur, P., Karolina, D. S., Sepramaniam, S., Armugam, A., Wong, P. T.,
et al. (2015). MiR-335 regulates hif-1la to reduce cell death in both mouse
cell line and rat ischemic models. PLoS One 10:e0128432. doi: 10.1371/journal.
pone.0128432

Liu, C., Zhao, L., Han, S., Li, J., and Li, D. (2015). Identification and functional
analysis of microRNAs in mice following focal cerebral ischemia injury. Int.
J. Mol. Sci. 16, 24302-24318. doi: 10.3390/ijms161024302

Lourbopoulos, A., Karacostas, D., Artemis, N., Milonas, I., and Grigoriadis, N.
(2008). Effectiveness of a new modified intraluminal suture for temporary
middle cerebral artery occlusion in rats of various weight. J. Neurosci. Methods
173, 225-234. doi: 10.1016/j.jneumeth.2008.06.018

McCarter, K. D., Li, C,, Jiang, Z., Lu, W., Smith, H. C,, Xu, G,, et al. (2017).
Effect of low- dose alcohol consumption on inflammation following transient
focal cerebral ischemia in rats. Sci. Rep. 7:12547. doi: 10.1038/s41598-017-
12720-w

Minhas, G., Mathur, D., Ragavendrasamy, B., Sharma, N. K., Paanu, V., and
Anand, A. (2017). Hypoxia in CNS pathologies: emerging role of mirna-
based neurotherapeutics and yoga based alternative therapies. Front. Neurosci.
11:386. doi: 10.3389/fnins.2017.00386

Oh, S. M., Chang, M. Y., Song, J. J., Rhee, Y. H,, Joe, E. H., Lee, H. S,, et al. (2015).
Combined Nurrl and Foxa2 roles in the therapy of Parkinson’s disease. EMBO
Mol. Med. 7, 510-525. doi: 10.15252/emmm.201404610

Ouyang, Y. B, Stary, C. M., White, R. E,, and Giffard, R. G. (2015). The use
of microRNAs to modulate redox and immune response to stroke. Antioxid.
Redox Signal. 22, 187-202. doi: 10.1089/ars.2013.5757

Roqué, P. J., Dao, K., and Costa, L. G. (2016). Microglia mediate diesel exhaust
particle-induced cerebellar neuronal toxicity through neuroinflammatory
mechanisms. Neurotoxicology 56, 204-214. doi: 10.1016/j.neuro.2016.08.006

Saijo, K., Winner, B., Carson, C. T., Collier, J. G., Boyer, L., Rosenfeld, M. G.,
et al. (2009). A Nurrl/CoREST pathway in microglia and astrocytes protects
dopaminergic neurons from inflammation-induced death. Cell 137, 47-59.
doi: 10.1016/j.cell.2009.01.038

Saugstad, J. A. (2010). MicroRNAs as effectors of brain function with roles in
ischemia and injury, neuroprotection, and neurodegeneration. J. Cereb. Blood
Flow Metab. 30, 1564-1576. doi: 10.1038/jcbfm.2010.101

Sepramaniam, S., Armugam, A., Lim, K. Y., Karolina, D. S., Swaminathan, P.,
Tan, J. R, et al. (2010). MicroRNA 320a functions as a novel endogenous
modulator of aquaporins 1 and 4 as well as a potential therapeutic target
in cerebral ischemia. J. Biol. Chem. 285, 29223-29230. doi: 10.1074/Jbc.
M110.144576

Szalay, G., Martinecz, B., Lénart, N., Kornyei, Z., Orsolits, B., Juddk, L., et al.
(2016). Microglia protect against brain injury and their selective elimination
dysregulates neuronal network activity after stroke. Nat. Commun. 7:11499.
doi: 10.1038/ncomms11499

Tauskela, J. S., Brunette, E., Monette, R., Comas, T., and Morley, P. (2003).
Preconditioning of cortical neurons by oxygen-glucose deprivation: tolerance
induction through abbreviated neurotoxic signaling. Am. J. Physiol. Cell
Physiol. 285, C899-C911. doi: 10.1152/ajpcell.00110.2003

Wang, X., Fan, X,, Yu, Z, Liao, Z., Zhao, J., Mandeville, E., et al. (2014).
Effects of tissue plasminogen activator and annexin A2 combination therapy
on long-term neurological outcomes of rat focal embolic stroke. Stroke 45,
619-622. doi: 10.1161/STROKEAHA.113.003823

Wei, X., Gao, H., Zou, J., Liu, X., Chen, D., Liao, J., et al. (2016). Contra-directional
coupling ofNur77 and nurrlin neurodegeneration: a novel mechanism for
memantine-induced anti-inflammation and anti-mitochondrial impairment.
Mol. Neurobiol. 53, 5876-5892. doi: 10.1007/s12035-015-9477-7

Wu, S, Sun, H.,, Zhang, Q,, Jiang, Y., Fang, T., Cui, I, et al. (2015). MicroRNA-
132 promotes estradiol synthesis in ovarian granulosa cells via translational
repression of Nurrl. Reprod. Biol. Endocrinol. 13:94. doi: 10.1186/s12958-015-
0095-z

Yang, D., Li, T., Wang, Y., Tang, Y., Cui, H.,, Tang, Y., et al. (2012). miR-
132 regulates the differentiation of dopamine neurons by directly targeting
Nurrl expression. J. Cell Sci. 125, 1673-1682. doi: 10.1242/jcs.086421

Yuan, Y., Zha, H., Rangarajan, P., Ling, E. A, and Wu, C. (2014). Anti-
inflammatory effects of Edaravone and Scutellarin in activated microglia in
experimentally induced ischemia injury in rats and in BV-2 microglia. BMC
Neurosci. 15:125. doi: 10.1186/s12868-014-0125-3

Zhou, Y., Zhou, Y., Yu, S., Wu, J., Chen, Y., and Zhao, Y. (2015). Sulfiredoxin-
1 exerts anti-apoptotic and neuroprotective effects against oxidative stress-
induced injury in rat cortical astrocytes following exposure to oxygen-
glucose deprivation and hydrogen peroxide. Int. J. Mol. Med. 36, 43-52.
doi: 10.3892/ijmm.2015.2205

Zou, J., Chen, Z., Wei, X., Chen, Z., Fu, Y., Yang, X,, et al. (2017). Cystatin C as a
potential therapeutic mediator against Parkinson’s disease via VEGF-induced
angiogenesis and enhanced neuronal autophagy in neurovascular units. Cell
Death Dis. 8:€2854. doi: 10.1038/cddis.2017.240

Conflict of Interest Statement: The authors declare that the research was
conducted in the absence of any commercial or financial relationships that could
be construed as a potential conflict of interest.

Copyright © 2017 Xie, Peng, Zhu, Zhou, Li, Chen, Yu and Zhao. This is an
open-access article distributed under the terms of the Creative Commons Attribution
License (CC BY). The use, distribution or reproduction in other forums is permitted,
provided the original author(s) or licensor are credited and that the original
publication in this journal is cited, in accordance with accepted academic practice.
No use, distribution or reproduction is permitted which does not comply with these
terms.

Frontiers in Molecular Neuroscience | www.frontiersin.org

15

November 2017 | Volume 10 | Article 383


https://doi.org/10.1371/journal.pone.0128432
https://doi.org/10.1371/journal.pone.0128432
https://doi.org/10.3390/ijms161024302
https://doi.org/10.1016/j.jneumeth.2008.06.018
https://doi.org/10.1038/s41598-017-12720-w
https://doi.org/10.1038/s41598-017-12720-w
https://doi.org/10.3389/fnins.2017.00386
https://doi.org/10.15252/emmm.201404610
https://doi.org/10.1089/ars.2013.5757
https://doi.org/10.1016/j.neuro.2016.08.006
https://doi.org/10.1016/j.cell.2009.01.038
https://doi.org/10.1038/jcbfm.2010.101
https://doi.org/10.1074/Jbc.M110.144576
https://doi.org/10.1074/Jbc.M110.144576
https://doi.org/10.1038/ncomms11499
https://doi.org/10.1152/ajpcell.00110.2003
https://doi.org/10.1161/STROKEAHA.113.003823
https://doi.org/10.1007/s12035-015-9477-7
https://doi.org/10.1186/s12958-015-0095-z
https://doi.org/10.1186/s12958-015-0095-z
https://doi.org/10.1242/jcs.086421
https://doi.org/10.1186/s12868-014-0125-3
https://doi.org/10.3892/ijmm.2015.2205
https://doi.org/10.1038/cddis.2017.240
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/molecular-neuroscience
https://www.frontiersin.org
https://www.frontiersin.org/journals/molecular-neuroscience#articles

	miR-145-5p/Nurr1/TNF-α Signaling-Induced Microglia Activation Regulates Neuron Injury of Acute Cerebral Ischemic/Reperfusion in Rats

	INTRODUCTION
	MATERIALS AND METHODS
	Experimental Animals and Ethics Statement
	Cell Culture of Primary Microglia and Neurons and OGD/R Treatment
	Coculture of Microglia and Neurons
	Construction of Middle Cerebral Artery Occlusion and Reperfusion (MCAO/R) Model for in Vivo Experiments
	Neurological Outcome Assays
	Infarct Volume Analysis
	RNA Extraction, Reverse Transcription and RT-qPCR
	miRNA Profiling
	miRNA Target Prediction and Mutagenesis
	Cloning of Nurr1 3'UTR and Dual Luciferase Reporter Assay
	Gene Transfection and siRNA Interference Experiments in Vivo and in Vitro
	Cell Viability Analysis
	Chromatin Immunoprecipitation (ChIP) Assay
	Immunofluorescence Staining
	Western Immunoblot Analysis
	Statistical Analysis

	RESULTS
	Nurr1 Expression Decreased in Both the Cerebral Cortex and Hippocampus of Rats after MCAO/R
	Screening for miRNAs that Directly Target the 3'UTR of Nurr1
	miR-145-5p Regulates Endogenous Nurr1 Levels in Microglia
	Overexpression of Nurr1 Suppresses TNF-α Expression

	Abnormal Inactivation of Nurr1-Mediated Transrepression on TNF-α by miR-145-5p Overexpression Accelerates Inflammatory Injury in Acute MCAO/R of Rats

	miR-145-5p Interruption Facilitates Neurological Outcome of Rats Post MCAO/R

	DISCUSSION
	CONCLUSION
	AUTHOR CONTRIBUTIONS
	ACKNOWLEDGMENTS
	REFERENCES


