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Abstract

An abnormal increase in the expression of nuclear receptor subfamily 6 group A member 1 (NR6A1) in the hippocampus
has been reported to result in depressive-like behavior in mice. However, the role of NR6A1 in the progression of neuronal
death induced by ischemic stroke remains unknown. In this study, we observed an increase in NR6A1 in neurons in both
in vivo and in vitro cerebral ischemic models. We found that knocking down NR6A1 in HT-22 neuronal cells subjected to
oxygen—glucose deprivation/reoxygenation (OGD/R) attenuated mitochondrial dysfunction and endoplasmic reticulum (ER)
stress. Conversely, NR6A1 overexpression exacerbated neuronal damage following OGD/R. NR6A1 hindered the transcrip-
tion of mitonfusin 2 (MFN2), leading to a decrease in its expression. In contrast, MFN2 conferred the protective effect of
NRO6AL silencing against both mitochondrial dysfunction and ER stress. In addition, NR6A1 silencing also attenuated brain
infarction, ER stress, neuronal apoptosis, and loss of MFN2 in mice subjected to middle cerebral artery occlusion/reperfusion.
These findings indicate that NR6A1 is a promising target for the treatment of neuronal death following cerebral ischemia.
Furthermore, these results confirm the involvement of MFN2 in the effects of NR6A1 silencing. Therefore, targeting NR6A1
has potential as a viable strategy for the treatment of ischemic stroke.
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Introduction improving patient outcomes, its effectiveness is limited by

a restricted therapeutic timeframe [2]. Moreover, even in

Ischemic stroke is a major contributor to mortality and
disability worldwide [1]. While vascular recanalization
therapy has become a major treatment for ischemic stroke,
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cases where recanalization is successful, patients are at risk
of suffering injuries caused by ischemia/reperfusion [3].
Therefore, developing strategies to salvage neurons within
the ischemic penumbra is highly important for intervention
in cerebral ischemia.

The pathophysiological underpinnings of neuronal injury
following ischemic stroke are multifaceted, and involve intri-
cate damage across a spectrum of cellular organelles. Cen-
tral to this destructive cascade, mitochondrial dysfunction
and endoplasmic reticulum (ER) stress are pivotal events
that exacerbate ischemia—reperfusion injury [4]. Cerebral
ischemia leads to the production of many free radicals in
neuronal mitochondria and induces neuronal damage [5].
Ischemia also results in the activation of ER stress pathways
and induces neuronal death [6]. Therefore, finding therapeu-
tic targets that mitigate ER and mitochondrial impairments
is crucial for diminishing the detrimental effects of cerebral
ischemia.
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Mitofusin (MFN), a protein localized to the outer mem-
brane of mitochondria, orchestrates the critical process of
mitochondrial fusion. Comprising two isoforms, MFN1 and
MEN?2, it is MFN2 that exhibits a dual localization, not only
to the mitochondrial periphery but also to the ER membrane
[7]. As a pivotal tethering molecule, MFN2 facilitates struc-
tural and functional coupling between mitochondria and the
ER, thereby playing an indispensable role in sustaining the
integrity and physiological operations of these organelles
[8]. MFN?2 deficiency results in the uncoupling of mitochon-
dria from the ER, which in turn precipitates neuronal death
[9, 10]. In the context of cerebral ischemia, the loss of MFN2
exacerbates neuronal loss [11]. Our previous investigations
revealed a notable decrease in MFN?2 levels in neurons post-
cerebral ischemia, an occurrence coupled with mitochon-
drial impairment and ER stress [12]. Thus, enhancing the
expression of MFN2 has emerged as a potentially effective
therapeutic intervention for cerebral ischemia.

Nuclear receptor subfamily 6 group A member 1
(NR6A1) belongs to the nuclear receptor superfamily and
is classified as an orphan nuclear receptor, given the absence
of a known ligand [13]. Initial research concerning NR6A1
predominantly focused on its role in development [14]. How-
ever, more recent studies have revealed its involvement in
diverse biological processes, including lipid metabolism
[15], carcinogenesis [16], and atherosclerosis [17]. Intrigu-
ingly, an increase in the hippocampal expression of NR6A1
induced depressive-like behaviors in mice [18]. However,
the role of NR6A1 in the pathology of cerebral ischemia
remains unknown and requires further investigation.

In this study, we sought to determine whether NR6A 1
is involved in neuronal death after cerebral ischemia. This
study helps clarify the role of NR6A1 in cerebral ischemia
and provides a potential target for the treatment of ischemic
stroke.

Methods and Materials
Reagents

MFN?2 antibody (#9482), caspase 3 antibody (#9662), eukar-
yotic translation initiation factor 2a antibody (eIF2a, #5324),
phosphorylated elF2a antibody (p-elF2a, Ser51, #3597),
c-Jun N-terminal kinase antibody (JNK, #9252), phospho-
rylated JNK antibody (p-JNK, Thr183/Tyr185, #9251), and
inositol-requiring enzyme- 1o antibody (IREla, #3294) were
purchased from Cell Signaling Technology (MA, USA).
Phosphorylated IRE1a antibody (Ser724, #ab48187), NeuN
antibody (#ab177487), and Mounting Medium with DAPI
(#ab104139) were purchased from Abcam (Cambridge,
UK). Sh-NR6AL, si-NR6A1, the pGL4.10-MFN2 promoter
plasmid, the pRL-CMYV plasmid, and the NR6A1 plasmid
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were obtained from OBiO Technology (Shanghai, China).
A Pierce™ Rapid Gold BCA Protein Assay Kit (#A53225),
Opti-MEM™ Reduced Serum Medium (#31985070), fetal
bovine serum (FBS, #A3161001C), Live Cell Imaging Solu-
tion (#A14291DJ), glucose-free DMEM (#11966025), Cell-
ROX™ Deep Red Reagent (#C10422), Lipofectamine 3000
Reagent (#L3000008), tetramethylrhodamine ethyl ester
perchlorate (TMRE, #T669), and Mito-tracker (#M7512)
were obtained from Thermo Fisher Scientific (Waltham,
MA, USA). p-tubulin antibody (#FD0064), Cell Counting
Kit-8 (CCK-8, #FD3788), and RIPA buffer (#FD009) were
purchased from FDBIO SCIENCE (Hangzhou, Zhejiang,
China). Goat anti-mouse IgG Dylight 549 (#A23310) and
Goat anti-rabbit IgG Dylight 488 (#A23220) were obtained
from Abbkine Scientific (Wuhan, Hubei, China). An RNA
Easy Fast Tissue/Cell Kit (#DP451), FastKing gDNA Dis-
pelling RT SuperMix (#KR118), and FastReal gPCR PreMix
(SYBR Green, #FP217) were purchased from TIANGEN
Biotech (Beijing, China). NR6A1 antibody (for western
blot, #12712—1-AP), GAPDH antibody (#60004-1-Ig),
HRP-conjugated Affinipure Goat Anti-Rabbit IgG (H+L)
(#SA00001-2), and HRP-conjugated Affinipure Goat Anti-
Mouse IgG (H+L) (#SA00001-1) were obtained from
Proteintech (Wuhan, Hubei, China). NR6A1 antibody (for
immunofluorescence, #sc-271733) was purchased from
Santa Cruz Biotechnology (Dallas, TX, USA). 2,3,5-triph-
enyltetrazolium chloride (TTC, #T8877) was obtained from
Merck Corp. (Darmstadt, Germany). A Dual-Luciferase®
Reporter Assay System (#E1910) was purchased from Pro-
mega (Madison, WI, USA). An ATP detection kit (#S0026)
was purchased from Beyotime (Shanghai, China).

Animals

Gender differences in neuronal injury within experimen-
tal stroke models have been well studied [19]. Research
indicates that due to the neuroprotective effects of estro-
gen, there are differences in susceptibility and response to
ischemic stroke between male and female rodents [20-22].
Therefore, this study used C57BL/6 J male mice to elimi-
nate potential neuroprotective effects influenced by estro-
gen. Mice (20-25 g) were obtained from Guangdong Zhi-
yuan Biomedical Technology Corporation. The mice were
housed in specific pathogen-free environment (22 ‘C+2 C,
12-h light/dark cycle) with free access to food and water.
The experiments were approved by the Laboratory Animal
Ethics Committee of Southern Medical University. Animal
studies were conducted in compliance with the NIH Guide
for the Care and Use of Laboratory Animals (NIH, revised
1996) and ARRIVE guidelines [23]. Power calculations
were performed to determine the lowest number of mice.
Using the two-tailed test, a sample of 6 mice per group was
needed to detect a difference in infarct volume between the
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NC and sh-NR6A1 groups by TTC staining with 95% con-
fidence and 80% power. The experiments were performed in
a blinded manner: animals were randomly assigned to each
group via random numbers generated via Excel software;
the experimenters who conducted the surgery were blinded
to the animal treatment conditions; and the observers with
neurological deficit scores were blinded to the animal group
assignments and treatment conditions.

Middle Cerebral Artery Occlusion/Reperfusion
(MCAO/R) Model

The MCAO/R model establishment was established accord-
ing to previously described methods [12]. Mice were anes-
thetized with isoflurane. After an incision was made, the
internal carotid artery (ICA) was carefully exposed, and a
0.20-mm silicone-coated filament was inserted through the
ICA to block the middle cerebral artery. During surgery, the
body temperature of the mice was maintained at 37 +0.5 °C
via a heated blanket. After 1 h of MCAQO, the filament was
removed for reperfusion. The mice were excluded from the
experiments if they met the following conditions: neurologi-
cal deficit score =0, hemorrhage, or death.

Western Blot

Brain tissues and cell samples were lysed in RIPA buffer.
Protein samples were boiled in 1 X reducing loading buffer
and separated using SDS-PAGE. The proteins were trans-
ferred to 0.22 um PVDF membranes. The membranes were
blocked with 5% skim milk in TBST at room temperature
(RT) for 2 h, incubated with primary antibodies at 4 ‘C
overnight, and washed with TBST and incubated with HRP-
conjugated antibodies at RT for 1 h. Finally, the membranes
were washed with TBST and exposed to ECL, and immu-
noreactivity was detected via a chemiluminescence imager
(5200, Tanon, Shanghai, China).

Immunofluorescence

Mouse brains were harvested via perfusion with 0.9% saline
and 4% PFA. The brains were continuously fixed with 4%
PFA overnight and then transferred to 30% sucrose until they
sank to the bottom. The brains were subsequently cut into
25-um sections via a freezing microtome (Leica, Germany).
The slices were blocked with 5% BSA and 0.5% Triton
X-100 in PBS at RT for 2 h. After being washed with PBS
5 times, the slices were incubated with antibodies against
NR6AT1 and NeuN at 4 °C overnight. Then, the slices were
incubated with secondary antibodies at RT for 2 h, washed
with PBS 5 times, and mounted using with Mounting
Medium With DAPI. The infarct ipsilateral cortex penum-
bra was defined as the cortex near the NeuN* cell loss area

and was visualized via a confocal microscope (ECLIPSE
Ti, Nikon). The NR6A1 fluorescence inside NeuN* cell was
qualified using Image J software.

Culture of HT-22 Neuronal Cells

HT-22 neuron cell line is commonly used for the study of
central nervous system (CNS) disorders, including cer-
ebral ischemia [24]. HT-22 cells were cultured as previ-
ously described [12]. Briefly, HT-22 cells were cultured in
DMEM containing 10% FBS in a humidified atmosphere
(5% CO,+95% air, 37 'C). HT-22 cells were passaged
every 2 days, and the passages within 15 were used for the
experiments.

Knockdown of NR6A1 and MFN2 in HT-22 Cells

In vitro silencing of NR6A1 or MFN2 in HT-22 cells was
achieved via the transfection of siRNAs specific for NR6A1
(si-NR6A1) or MFN2 (si-MFN2). The target sequence for
NR6A1 mRNA was as follows: CACCUAUGUUGAUUG
AAGAUG. The target sequence for MFN2 mRNA was as
follows: GCGCCAGCUUCCUUGAAGA. Briefly, negative
control (NC) or si-NR6A1 was incubated with P3000 rea-
gent for 5 min and mixed with Lipofectamine 3000 reagent.
After 20 min of incubation, the mixture was added to HT-22
cells, and the cells were cultured for 24 h. The knockdown
efficacy was verified by western blot.

Overexpression of NR6A1 in HT-22 Cells

In vitro overexpression of NR6A1 in HT-22 cells was
achieved via transfection with the NR6A1 plasmid. Briefly,
the vector or NR6A1 plasmid was incubated with P3000
reagent for 5 min, and then mixed with Lipofectamine 3000
reagent. After 20 min of incubation, this mixture was added
to HT-22 cells, and the cells were cultured for 24 h. The
overexpression efficacy was determined by western blot.

Oxygen and Glucose Deprivation/Reperfusion
(OGD/R) Model

The OGD/R cell model was established as previously
described [25]. HT-22 cells were washed with PBS, and
the medium was changed to glucose-free DMEM. Then,
the cells were transferred to a hypoxia chamber (Billups-
Rothenberg, Inc., San Diego, CA, USA) filled with 95% N,
and 5% CO,, and the chamber was maintained at 37 °C for
6 h. After OGD insult, the medium was changed to normal
DMEM, and the cells were maintained in a normoxic envi-
ronment for reoxygenation.
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«Fig. 1 Silencing of NR6A1 ameliorates ischemia-induced neuronal
injury. C57 mice was suffered from MCAO for 1 h and reperfusion
for 24 h, then the mice was sacrificed. (a and b) After 3, 12, and 24 h
of reperfusion, the change of NR6A1 was determined by western blot
(n=4 mice each group). (c and d) The brain was fixed with 4% PFA,
and the variance of NR6A1 in neuron was visualized by double stain-
ing with NeuN and NR6A1. The intensity of NR6A1 in NeuN* cells
was qualified by Image J (n=3 mice each group). (e and f) HT-22
cells were suffered from OGD/R insult, the variance of NR6A1 was
detected by western blot, and the relative expression of NR6A1/
GAPDH was calculated by densitometry of the blot (n=3). (g and
h) HT-22 cells were transfected with NC or si-NR6A1 for 24 h, then
knockdown efficacy was detected by western blot, and the relative
expression of NR6A1/GAPDH was measured by densitometry of the
blot (n=3). HT-22 cells pre-transfected with NC or si-NR6A1 were
suffered from OGD/R insult. At 24 h after reoxygenation, (i) the
cell viability was detected by CCK-8 assay (n=4), and (j and k) the
cell death percentage was visualized by Calcein/PI staining (n=3).
*P<0.05, ¥*P<0.01, versus the indicated group

Detection of Cell Viability

The variance of cell viability was detected by using the
CCK-8 assay as previously reported [25]. Briefly, HT-22
cells were exposed to OGD/R insult. At 24 h after reoxygen-
ation, the cells were incubated with CCK-8 reagent for 4 h.
Finally, the OD value (450 nm) was detected with a micro-
plate reader (Synergy HT; Biotech, Winooski, VT, USA).

Calcein/PI Staining

Calcein/PI staining was used to visualize cell death after
OGD/R insult. Briefly, at 24 h after OGD/R insult, HT-22
cells were incubated with Caclein-AM and PI dyes for
10 min at RT. The medium was subsequently changed to
Live Cell Imaging Solution. Finally, the cell death was visu-
alized via a fluorescence microscope and calculated using
Image J software.

TMRE Staining for Mitochondrial Membrane
Potential (MMP) Detection

The variance in the MMP was determined by TMRE staining
according to our previous report [26]. Briefly, after OGD/R
insult, HT-22 cells were incubated with 100 nM TMRE dye
for 10 min, and the medium was then changed to Live Cell
Imaging Solution. Finally, the cells were visualized via a
confocal microscope.

CellROX Staining for Analysis of Reactive Oxygen
Species (ROS)

Oxidative stress inside HT-22 cells was assessed using Cell-
ROX staining as previously described [12]. Briefly, after 6 h

of OGD insult, HT-22 cells were reoxygenated for 1 h. Then,
the cells were incubated with CellROX reagent for 30 min.
The medium was changed to Live Cell Imaging Solution.
Finally, the cells were visualized via a confocal microscope.

Mito-Tracker Staining

HT-22 cells were plated on confocal dishes at a density of
50-60%. Following OGD/R, the cells were stained with
Mito-tracker dye at 37 ‘C for 15 min to visualize the mito-
chondria in live cells. After incubation, cells were washed
with PBS and examined under a confocal microscope.

Determination of the Intracellular ATP Level

The intracellular ATP level was determined as previously
reported [27]. Briefly, after OGD/R treatment, lysis buffer
for ATP analysis was quickly added to the cells, and the
cells were lysed with shaking on ice. Then, the lysate was
centrifuged at the speed of 12,000 rpm at 4 °C for 5 min.
The supernatant was collected for ATP assays via an ATP
detection kit. The ATP detection reagent was prepared by
diluting the stock solution with the provided diluent at a
1:9 ratio. In each well, 100 pL of the ATP detection work
solution was added, followed by the addition of 20 uL of the
supernatant. The relative light units (RLU) were measured
using a luminometer. ATP concentrations were determined
by comparing RLU values to a standard curve generated
using the ATP standard solution. The protein level of super-
natant was quantified via a BCA assay. Finally, the ATP level
was defined as the ATP concentration/protein concentration.

qPCR Assay

Total RNA was extracted from HT-22 cells via an RNA
Easy Fast Tissue/Cell Kit. The concentration of RNA was
measured via a Nano Drop 2000 system (Thermo Fisher
Scientific, USA). Reverse transcription was performed to
obtain cDNA via FastKing gDNA Dispelling RT SuperMix.
gPCR was performed on LightCycler480 (Roche, Rotkreuz,
Switzerland) using FastReal qPCR PreMix (SYBR Green).
Relative mRNA expression was calculated using the 2744€T
method. The sequences of MFN2 and GAPDH primers were
showed as follows: MFN2: “AGCAAGTTGACATCACCC
GA” and “TGTCCAACCAGCCAGCTTTA”; GAPDH:
“TGTGAACGGATTTGGCCGTA” and “ACTGTGCCG
TTGAATTTGCC.”

Luciferase Activity Analysis

HT-22 cells were seeded in 12-well plates at 70-80% con-
fluence. For the overexpression of NR6A1, the cells were
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«Fig. 2 Silencing of NR6A1 attenuates ER stress and mitochondrial
dysfunction following OGD/R challenge. HT-22 cells pre-transfected
with NC or si-NR6A1 were suffered from OGD/R insult. At 1 h after
oxygenation, (a and b) the change of MMP was detected by TMRE
staining (n=3); (¢ and d) the morphological change was visualized
by Mito-tracker staining (n=3); (e) the change of intracellular ATP
level was detected (n=4); (f and g) the change of intracellular ROS
was determined by CellROX staining (n=3); (h-k) the variance of
p-IREla, IREla, p-JNK, INK, p-elF2a, and elF2a was detected by
western blot, and the relative expression of p-IRElo/IREla (n=3),
p-INK/INK (n=4), and p-elF2a/elF2a (n=4) was calculated by
densitometry of the blot. *P <0.05, **P<0.01, versus the indicated

group

co-transfected with 1000 ng/well vector or NR6A1 plasmid
and 500 ng/well pGL4.10-MFN2 promoter plasmid and
500 ng/well pRL-CMV plasmid overnight. The medium
then was changed to DMEM containing 1% FBS. For
NR6A1 knockdown, cells were transfected with 500 ng/well
pGL4.10-MFN2 promoter plasmid and 500 ng/well pRL-
CMV plasmid overnight. Then, the cells were transfected
with NC or siNR6A1 for 6 h, and the medium was changed
to DMEM containing 1% FBS. After 24 h of culture, the
cells were harvested for luciferase activity detection via the
Dual-Luciferase® Reporter Assay System (Promega, Madi-
son, WI, USA). The relative luciferase activity was defined
as the relative value of firefly luciferase activity to renilla
luciferase activity.

Silencing NR6A1 Expression in C57BL/6 J Mice

The sequence of short hairpin RNA (shRNA) targeting
NR6A1 (sh-NR6A1) was “CCCAGAUGAUCGAGCUGA
A’ Sh-NR6A1 or NC was and inserted into a vector (pAAV-
U6-shRNA-CMV-EGFP-WPRE), and then packed into
AAV2/9. Two weeks before the MCAO procedure, AAV
encoding NC or sh-NR6A1 was injected into the lateral
ventricle. After being anesthetized with isoflurane, the mice
were fixed on a stereotaxic apparatus (Stoelting, Chicago,
IL, USA). Then, AAV was injected intracerebroventricularly
with a microsyringe pump (KD Scientific Inc., Holliston,
MA, USA). The stereotaxic coordinate was — (0.5 mm anter-
oposterior, 1 mm lateral, and —2.5 mm dorsoventral relative
to the bregma. The microsyringe was held on for 10 min in
case of leakage. The knockdown efficacy was verified via
western blot.

Neurological Deficit Scores Measurement

Neurological deficit scores were measured at 24 h after
MCAO/R insult as previously described [27]. The observ-
ers were blinded to the assignments of the experimental

groups. The neurological deficit scores were as follows: “0”
no neurological deficit was recorded; “1” when the mice
were lifted, their paws failed to extend the contralateral fore-
paw freely; “2” turned to the contralateral side when the
mice walked; “3” slumped to the contralateral side at rest
and walking; and “4” the mice had no spontaneous walking.

Infarct Volume Detection

The infarct volume was determined via TTC staining as pre-
viously described [28]. Briefly, the brains were quickly iso-
lated at 24 h after MCAO and frozen at—20 ‘C for 10 min.
Then, the brains were sliced coronally into 1.5-mm thick
sections using the brain matrix, and incubated in 1% TTC
solution for 30 min, followed by fixation in 4% PFA. Finally,
the brain sections were scanned with a scanner. The infarct
volume was analyzed using Image J software. For elimina-
tion of the influence of cerebral edema on the infarction cal-
culation, the following correction formula was used: infarct
volume (%) = (contralateral volume — noninfarct ipsilateral
volume)/contralateral volume X 100%.

Statistical Analysis

All the data are presented as the mean + standard deviation
(SD). Statistical analysis was performed via GraphPad Prism
8.3 (GraphPad Prism Software, San Diego, CA, USA). Stu-
dent’s 7 test was used for comparisons between two groups,
and one-way analysis of variance followed by Tukey’s post
hoc test was used for comparisons among more than two
groups. n represents the number of independent cultures or
the number of mice. P <0.05 was defined as statistically
significant. Animals were assigned to each group via the
random number program in SPSS software.

Results

NR6A1 Silencing Attenuates Cerebral Ischemia-
Induced Neuronal Injury

First, the expression of NR6AI1 in the ischemic penum-
bra was determined by western blot at 3, 12, and 24 h
after MCAO surgery. As shown in Fig. 1a and b, the level
of NR6A1 was significantly increased in the ischemic
penumbra at 3, 12, and 24 h after MCAO (P <0.01). The
expression of NR6AT1 at 24 h of reperfusion in ischemic
penumbra neurons was measured in the sham or MCAO/R-
treated mice by immunostaining. As shown in Fig. ¢ and
d, the NR6AT signal was lower in the neurons of the sham
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«Fig.3 NR6A1 overexpression aggravates OGD/R-induced neu-
ronal injury. (a and b) HT-22 cells were transfected with vector or
NR6AI1 plasmid. At 24 h after transfection, the expression of NR6A1
was verified by western blot, and the relative expression of NR6A1/
GAPDH was calculated by densitometry of the blot (n=3). (¢) HT-22
cells were transfected with vector or NR6A1 plasmid, then cells were
suffered from OGD/R insult. At 24 h after reoxygenation, cell viabil-
ity was detected by CCKS8 assay (n=3). (d and e) HT-22 cells were
transfected with vector or NR6A1 plasmid, then cells were suffered
from OGD/R insult. At 1 h after reoxygenation, intracellular ROS
level was measured by CellROX staining and quantified by Image J
(n=4). (f and g) HT-22 cells were transfected with vector or NR6A1
plasmid, then cells were suffered from OGD/R insult. The variance of
p-IREla, IREla, p-elF2a, and elF2a was detected by western blot,
and the relative expression of p-IRE1o/IREla (n=3) and p-elF2a/
elF2a (n=3) was calculated by densitometry of the blot. *P <0.05,
*#*P <0.01, versus the indicated group

mice, whereas it was substantially greater in neurons of
the MCAO/R-treated mice (P <0.01). Next, we identified
changes in NR6A1 in HT-22 neuronal cells after OGD/R.
As shown in Fig. le and f, the expression of NR6A1
increased after OGD/R insult (P <0.01). Then, si-NR6A1
was used to silence NR6A1 expression in HT-22 cells.

The knockdown efficacy was determined by western blot
(Fig. 1g and h, P<0.01). We conducted a CCK-8 assay
to identify differences in the variance of cell viability
after OGD/R insult. As shown in Fig. 1i, OGD/R signifi-
cantly decreased cell viability to 46.92 +6.96% (P <0.01),
whereas NR6A1 knockdown increased cell viability to
75.27+4.57% (P <0.01). Moreover, Calcein/PI staining
was used to confirm our results. As shown in Fig. 1j and
k, OGD/R caused substantial cell death, whereas NR6A 1
knockdown attenuated the death of HT-22 cells (P <0.01).
Taken together, these data suggest that NR6A 1 knockdown
attenuates OGD/R-induced neuronal injury.

NR6A1 Silencing Ameliorates Mitochondrial
Dysfunction and ER Stress in HT-22 Cells Following
OGD/R Insult

Mitochondrial dysfunction is the major cause of neuronal
death during cerebral ischemia [29]. Thus, we investi-
gated the role of NR6A1 in mitochondrial deficit. TMRE
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Fig.4 NR6A1 downregulates MFN2 expression. (a and b) HT-22
cells pre-transfected with NC or si-NR6A1 were suffered from
OGD/R insult. The variance of NR6A1 was detected by western blot,
and the relative expression of NR6A1/GAPDH was calculated by
densitometry of the blot (n=4). (¢ and d) HT-22 cells pre-transfected
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of the blot (n=3). (e¢) HT-22 cells were transfected with siNR6A1 or

NG, then the change of MFN2 mRNA was detected by qPCR (n=3).
(f) HT-22 cells were transfected with vector or NR6A1 plasmid,
then the change of MFN2 mRNA was detected by qPCR (n=4). (g)
HT-22 cells were transfected with siNR6A1 or NC, then the variance
in MFN2 promoter activity was detected by luciferase assay (n=4).
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«Fig.5 MFN2 mediates the protective effect of NR6AI silencing
against OGD/R-induced ER stress and mitochondrial dysfunction.
HT-22 cells pre-transfected with NC or si-MFN2 or si-NR6A1 were
suffered from OGD/R insult. (a and b) The variance of MFN2 was
detected by western blot, and the relative expression of MFN2/f-
tubulin was calculated by densitometry of the blot (n=3). (c) At
24 h after reoxygenation, the change of cell viability was detected
by CCK-8 assay (n=3). (d and e) At 1 h after reoxygenation, the
variance of MMP was detected by TMRE staining (n=3). (f and
g) At 1 h after reoxygenation, the variance of intracellular ROS
was detected by CellROX staining (n=3). (h-m) The variance of
p-IREla, IREla, p-JNK, INK, p-elF2a, and elF2a was detected by
western blot, and the relative expression of p-IREla/IREla (n=3),
p-INK/INK (n=4), and p-elF2a/elF2a (n=3) was calculated by
densitometry of the blot. *P <0.05, **P<0.01, versus the indicated

group

staining was applied to determine the change in the MMP.
Treatment with OGD/R significantly reduced the MMP,
and NR6A1 knocked down the MMP (Fig. 2a and b,
P <0.01). Mito-tracker staining was applied to visual-
ize the morphological changes in the mitochondria. As
shown in Fig. 2c¢ and d, OGD/R induced mitochondrial
fragmentation and loss, and NR6A1 silencing attenuated
the fragmentation and loss of mitochondria (P <0.01).
We also detected the variance in the intracellular ATP
level. OGD/R insult caused a decrease in the ATP level to
56.59 +6.20% (Fig. 2e, P <0.01), whereas NR6A1 silenc-
ing increased ATP level to 82.76 +£ 16.30% (P <0.05). As
mitochondria are the major source of ROS, we detected the
variance in intracellular ROS levels via CellROX staining.
As shown in Fig. 2f and g, OGD/R caused an increase
in the ROS signal (P <0.01), whereas NR6A1 silencing
decreased the ROS level (P <0.01). Overaccumulation of
ROS contributes to ER stress, which causes neuronal death
[30]. Thus, we further studied the effect of NR6A1 silenc-
ing in OGD/R-induced ER stress. We found that OGD/R
induced ER stress, as evidenced by increased levels of
p-IREla (Fig. 2h and i, P <0.01), p-JNK (Fig. 2h and j,
P <0.01), and p-elF2a (Fig. 2h and k, P <0.01), whereas
NR6A1 silencing resulted in decreased levels of p-IREla
(P<0.01), p-JNK (P<0.01), and p-elF2a (P <0.01).
These results indicate that NR6AT1 silencing attenuated
OGD/R-induced neuronal mitochondrial dysfunction and
ER stress.

Overexpression of NR6A1 Exacerbates Neuronal
Injury After OGD/R Insult

Above results confirmed the role of NR6A1 silencing in
neuronal injury after OGD/R insult. Next, we investigated
the effect of NR6A1 overexpression in HT-22 cells. First,

the overexpression efficacy was confirmed by western blot
(Fig. 3a and b, P<0.01). We found that NR6A1 overex-
pression had no effect on cell viability, and exacerbated the
decrease in cell viability from 53.64+7.29t0 31.46+5.41%
after OGD/R insult (Fig. 3c, P <0.01). CellROX staining
was used to determine intracellular ROS levels. We found
that NR6A1 overexpression exacerbated the accumulation
of intracellular ROS after OGD/R insult (Fig. 3d and e,
P <0.05). Finally, we showed that NR6A1 overexpression
exacerbated ER stress, as evidenced by increased levels of
p-IREla (Fig. 3f and g, P <0.05) and p-elF2a (Fig. 3f and
h, P <0.05). Collectively, these results indicate that the over-
expression of NR6A 1 exacerbates OGD/R-induced neuronal
injury.

NR6A1 Reduces MFN2 Expression by Inhibiting Its
Transcription

MFN?2 is important for maintaining ER and mitochondrial
function [8]. Our previous study revealed that OGD/R
caused a reduction in MFN2 mRNA expression [12]. And
NR6A1 has been identified as a transcriptional repres-
sor [31]. Thus, we investigated whether NR6A1 regu-
lates MFN2 expression after OGD/R insult. As shown
in Fig. 4a and b, NR6A1 knockdown rescued MFN2 loss
caused by OGD/R (P <0.01). We found that overexpres-
sion of NR6A1 further induced MFN2 loss (Fig. 4c and d,
P <0.05). Next, we determined MFN2 mRNA expression
by qPCR. As shown in Fig. 4e and f, knockdown of NR6A1
increased MFN2 mRNA expression (P <0.01), whereas
NR6A1 overexpression reduced MFN2 mRNA expression
(P <0.01). Finally, a luciferase assay was used to detect
the changes in MFN2 promoter activity after NR6A1 was
silenced or overexpressed. We showed that NR6A1 knock-
down increased MFN2 promoter activity (Fig. 4g, P <0.05)
and that NR6A1 overexpression decreased MFN2 promoter
activity (Fig. 4h, P <0.05). Hence, our results indicate
that NR6A1 reduces MFN2 expression by inhibiting its
transcription.

MFN2 Mediates the Protective Effects of NR6A1
Silencing Against Mitochondrial Dysfunction and ER
Stress

We further investigated whether MFN2 mediates the protec-
tive effect of NR6A1 knockdown. First, western blot was
used to investigate the variance of MFN2 after OGD/R. As
shown in Fig. 5a and b, NR6A 1 knockdown rescued the loss
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Fig.6 Silencing of NR6A1 protectes against MCAO/R-induced C57
mice. (a) The diagram of the in vivo experiment. (b and ¢) C57 mice
were injected with NC or sh-NR6A1, then the knockdown efficacy in
cortex was verified by western blot (n=3 per group). C57 mice was
suffered from MCAO for 1 h and reperfusion for 24 h; (d) the neuro-
logical deficit scores were measured (n="7 per group); (e and f) then
the mice was sacrificed; the TTC staining was used to detect infarct
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volume (n=7 per group). (g-1) C57 mice was suffered from MCAO
for 1 h and reperfusion for 24 h; the variance of MFN2, p-elF2a, and
caspase 3 was detected by western blot, and the relative expression
of MFEN2/GAPDH (n =3 per group), p-eIF2a/eIF2a (n=3 per group),
cleaved caspase 3/caspase 3 (n=3 per group) was calculated by den-
sitometry of the blot. *P<0.05, **P<0.01, versus the indicated

group
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Fig.7 Protective effect of
NR6AL silencing against
ischemia-induced neuronal
injury. The role of NR6ALI in
the progression of neuronal
death induced by ischemic
stroke remains unknown. In this
study, we found that NR6A 1
hinders the transcription of
MEN?2, while MFN2 conferred
the protective effect of NR6A1
silencing against both mito-
chondrial dysfunction and ER
stress. These findings indicate
that targeting NR6A1 holds
potential as a viable strategy for (9
the treatment of ischemic stroke

Neuron

Silence of
NR6A1

Ischemia
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Cerebral
Ischemia

Mitochondrial
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of MFN2 (P <0.01), whereas si-MFN2 blocked the rescue
effect of NR6A1 silencing (P <0.01). A CCK-8 assay was
subsequently used to detect the change of cell viability. As
shown in Fig. 5c, si-MFN2 blocked the ability of NR6A1
silencing to increase cell viability (P <0.01). TMRE and
CellROX staining were used to detect changes in the MMP
and ROS. Knockdown of MFN2 abolished the protective
effect of si-NR6A1 on MMP loss (Fig. 5d and e, P <0.05)
and intracellular ROS accumulation (Fig. 5Sf and g, P <0.01)
after OGD/R. Moreover, si-MFN2 abolished the protec-
tive effect of NR6AI1 silencing against ER stress, as dem-
onstrated by the increased levels of p-IREla (Fig. 5h and
i, P<0.01), p-JNK (Fig. 5j and k, P <0.01), and p-elF2«a
(Fig. 51 and m, P <0.01). These data indicate that MFN2
is crucial for the protective effect of NR6A1 silencing on
OGD/R-induced neuronal damage.

NR6A1 Knockdown Protects C57BL/6 J Mice
from Cerebral Ischemia

We showed that the knockdown of NR6A1 protected against
ischemia/reperfusion-induced injury in vitro. Next, we stud-
ied the protective effect of NR6A1 knockdown in vivo. We
knocked down NR6A1 expression by injecting AAV-sh-
NR6A1 intracerebroventricularly (i.c.v.). We confirmed
that this type of AAV can be used to transfect neurons and
that intracerebroventricular injection of AAV can be used
to transfect the cortex, stratum, and hippocampus [12]. The
experimental schedule is illustrated in Fig. 6a. Western blot
was used to verify the efficacy of NR6A1 silencing in the
cortex (Fig. 6b and c). We established an ischemia/reper-
fusion model by induction of MCAO/R in C57 mice. At
24 h after reperfusion, the neurological deficit scores of
the mice were measured. As shown in Fig. 6d, MCAO/R

induced neurological disorders in the mice, whereas NR6A 1
knockdown reversed these disorders. After evaluating
mouse neurological function, we detected infarction in
C57 mice using TTC staining. MCAO insult increased the
infarct volume to 46.47 +10.26% (Fig. 6e and f, P <0.05),
whereas NR6A1 knockdown reduced the infarct volume to
20.02+7.13% (P <0.05). We further verified the effect of
NR6AT knockdown on MFN2 expression in vivo. Consist-
ent with the in vitro results, NR6A1 knockdown rescued
the loss of MFN2 induced by MCAO/R (Fig. 6g and h,
P <0.05). We also found that NR6A1 knockdown attenuated
MCAO/R-induced ER stress and apoptosis, as evidenced by
the reduced levels of p-elF2a (Fig. 6i and j, P <0.05) and
cleaved caspase 3 (Fig. 6k and I, P <0.05). In general, these
data indicate that NR6A 1 knockdown attenuates MCAO/R-
induced neuronal damage in C57 mice.

Discussion

In this study, our objective was to explore the contribution
of NR6A1 to neuronal death after ischemia. We observed
the upregulation of NR6A1 in neurons in both in vitro and
in vivo experimental stroke models. Knockdown of NR6A 1
mitigated mitochondrial dysfunction and ER stress in HT-22
cells subjected to OGD/R, whereas NR6A1 overexpression
exacerbated neuronal damage. Notably, our results demon-
strate that NR6A1 impedes the transcription of MFN2 and
reduces its expression. MFN2 conferred the protective effect
of NR6AL1 silencing against neuronal injury. Importantly,
NR6AL1 silencing attenuated brain infarction, ER stress,
neuronal apoptosis, and loss of MFN2 in mice subjected to
MCAO/R. A summary of our findings is shown in Fig. 7.
Overall, our findings underscore the essential role of MFN2
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in the protective effect of NR6A1 silencing against neuronal
injury after cerebral ischemia. To the best of our knowledge,
this research represents the first exploration into the function
of NR6AT1 in the context of cerebral ischemia, as well as the
regulatory interplay between NR6A1 and MFN2.

A recent study revealed that an increase in NR6A1
expression within the hippocampus can induce depressive-
like behavior in mice [18]. This finding suggests the poten-
tial involvement of NR6A 1 in the neuronal dysfunction char-
acteristic of depressive states. However, the role of NR6A1
in cerebral ischemia remains unknown. Research conducted
by Cai et al. revealed that NR6A1 contributes to the apopto-
sis of vascular smooth muscle cells [17]. Inspired by these
pivotal studies, we propose that NR6AT1 could play a role
in neuronal death following cerebral ischemia. Herein, we
showed that the NR6A1 knockdown ameliorated neuronal
injury induced by cerebral ischemia. Conversely, the overex-
pression of NR6A1 intensified the neuronal damage caused
by OGD/R. Our findings reveal for the first time that NR6A1
is involved in neuronal damage following cerebral ischemia.
This finding innovatively reveals the influence of NR6A1 on
the determination of neuronal survival and positions NR6A1
as a potential therapeutic target for ameliorating neuronal
death. Inhibiting NR6A1 might be a beneficial strategy
for the treatment of cerebral ischemia. However, to date,
NR6A1 inhibitors are lacking. Moreover, the scope of this
effect, whether it is exclusive to cerebral ischemia—induced
neuronal death, warrants further investigation.

Post-stroke depression (PSD) is a prevalent mood disor-
der that impacts the patient’s recovery and quality of life fol-
lowing stroke, although its precise etiology remains elusive
[32]. Previously, a report has shown that NR6A1 aggregated
the pathological of depression [18]. As our study demon-
strates, NR6A1 contributes to the neuronal injury of cerebral
ischemia and MFN?2 is essential for the protective effect of
NRO6AL silencing. Additionally, MFN2 in neurons has been
reported to act as a suppressor of depressive-like behavior in
mice [33]. Thus, we propose that NR6A 1 might be the con-
tributor of PSD and that MFN2 might confer to the protec-
tive effect of NR6A1 silencing against PSD. While our study
indicates that targeting NR6A1 holds therapeutic potential
in stroke treatment, we recognize the necessity to consider
potential adverse effects carefully. NR6A1 is implicated in
various physiological processes, such as stem cell pluripo-
tency regulation [14], lipid metabolism regulation [15], and
cancer cell proliferation and migration [16]. Dysregulation
of NR6A1 might lead to unintended consequences. Further
studies are warranted to evaluate the long-term effects of
NR6A1 modulation on other physiological systems.

Mitochondrial dysfunction and ER stress are two cru-
cial pathological changes induced by cerebral ischemia
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[4]. Our research revealed that NR6A1 knockdown
diminishes the adverse effects of cerebral ischemia on
mitochondrial integrity and ER stress. Given that the
dynamic interactions between mitochondria and the ER
dictate cellular outcomes [34], NR6A1 may play a role
in the cross-talk between these two organelles. Conse-
quently, the potential of NR6A1 to influence ER-mito-
chondrial tethering during cerebral ischemia warrants
additional inquiry. Furthermore, our data suggest that
NR6A1 suppresses the expression of MFN2, a protein
that is integral to maintaining ER-mitochondria contact
[7]. Our results further reveal that MFN2 confers the
protective effect of NR6A1 silencing against cerebral
ischemia. This finding suggests that MFN?2 is a key factor
in how NR6A1 modulates the interaction between the ER
and mitochondria, a topic that requires further investiga-
tion. It is currently unclear whether the impact of NR6A1
on ER stress and mitochondrial dysfunction is specific to
cerebral ischemia or if it extends to other CNS disorders.
Therefore, exploring NR6A1 as a possible therapeutic
target for the treatment of neuronal mitochondrial dys-
function and ER stress across a broader spectrum of CNS
diseases is important.

In our study, we observed that the knockdown of
NR6AL1 alleviates IRE1a/JNK and elF2a pathways acti-
vation under conditions of OGD/R. Notably, the activation
of IRE1 and the subsequent processing of XBP1loao mRNA
are recognized as protective mechanisms in the context
of cerebral ischemia, as indicated in previous studies
[35, 36]. Consequently, it is essential for future research
to delve into the impact of NR6A1 on the IRE1o/XBP1
axis and to elucidate the underlying mechanisms. This
will contribute to a more comprehensive understanding
of the ER stress pathways. The increase in pIREla lev-
els following si-MFN?2 treatment, despite the silencing of
NR6AI, suggests a complex interplay between mitochon-
drial dynamics and ER stress responses. Furthermore, our
findings indicate that in the context of MFN2 deficiency,
this IRE1a/JNK pathway might play a role in negating
the protective effects of NR6A1 knockdown against ER
stress. Further exploration is necessary to fully grasp these
intricate mechanisms and their potential implications for
the pathophysiology of stroke.

Understanding the influence of NR6A1 on MFN2 expres-
sion is essential, especially given that MFN2 is key to the
neuroprotective effects of NR6A1 silencing in cerebral
ischemia. Our study revealed that NR6A1 knockdown led to
increased MFN2 transcription. Conversely, overexpression
of NR6A1 had an inhibitory effect on MFN2 transcription.
These findings suggest that the silencing of NR6A1 pro-
motes MFN2 expression through enhancing transcription
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after cerebral ischemia, thereby mitigating neuronal dam-
age. Our results innovatively reveal that NR6A1 inhib-
its MFN2 transcription. However, the exact mechanisms
by which NR6A1 regulates MFN2 transcription remain
unknown. Functionally, NR6A1 acts as a transcriptional
repressor, attaching to the DRO response element in the
promoters of target genes to repress their transcription
[37]. NR6A1 was also reported to inhibit the transcriptional
activity of CREB [38]. Since CREB is implicated in the
upregulation of PGCla [39], which can promote MFN2
transcription [40], it remains unknown whether NR6A 1
affects MFN2 transcription directly or via this CREB/
PGC1a/MFN2 axis. Thus, further investigation is needed
to ascertain whether the modulation of MFN2 by NR6A1
is direct or indirect.

In conclusion, our findings contribute to the cur-
rent understanding of stroke pathogenesis by identifying
NR6AL1 as a novel molecular target potentially involved
in neuronal injury post-stroke. The study indicates that
targeting NR6A1 could represent a promising therapeu-
tic strategy for treating neuronal death following cerebral
ischemia. By modulating NR6A1 levels, it may be feasible
to influence the expression of MFN2, and thereby alleviat-
ing the effects of mitochondrial dysfunction and ER stress.
This strategy could provide a novel avenue for the treat-
ment of stroke.
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