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Propofol protects PC12 cells from cobalt
chloride-induced injury by mediating miR-134
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Summary. Objective. Propofol (PRO) was reported to
exert a neuroprotective effect by decreasing microRNA-
134 (miR-134), a brain-specific miRNA, thus, the role of
PRO against cobalt chloride (CoCl,)-induced injury in
rat pheochromocytoma cells (PC12) via mediating miR-
134 was explored.

Methods. CoCl,-induced PCI12 cells treated with
PRO were transfected with or without miR-134 negative
control (NC)/ inhibitor/mimic, and the following
detections were then performed using cell counting kit-8
(CCK-8), Annexin V-fluorescein isothiocyanate/
propidium iodide (Annexin V-FITC/PI) and Hoechst
33258 staining. Autophagy was observed by
transmission electron microscope (TEM). Mitochondrial
membrane potential (MMP) was detected by
Rhodamine-123 (Rh123) staining, and reactive oxygen
species (ROS) by dichloro-dihydro-fluorescein diacetate
(DCFH-DA) staining. Protein and gene expressions were
measured by Western blotting and quantitative reverse
transcriptase polymerase chain reaction (QRT-PCR),
respectively.

Results. PRO reversed the CoCl,-induced decrease
in the PC12 cell viability and increased miR-134 in a
dose-dependent manner. CoCl, increased LC3II/I ratio
and Beclin-1 expression, but dzecreased p62 expression,
which was abolished by PRO. In addition, an increased
cell apoptosis rates triggered by CoCl, were reduced by
PRO with the down-regulations of Bax and Caspase-3
and the up-regulation of Bcl-2. Furthermore, PRO
decreased methylenedioxyamphetamine (MDA), nitric
oxide (NO) and ROS in CoCl,-induced PCI12 cells
accompanying the increase in glutathione peroxidase
(GSH-Px) and MMP. The effects of PRO on autophagy,

apoptosis and oxidative stress in CoCl,-induced PC12
cell were reversed by miR-134 mimic.

Conclusion. PRO may mitigate CoCl,-induced
autophagy in PC12 cells with decreased apoptosis and
improved oxidative stress via mediating miR-134.
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Introduction

The brain is the nerve center responsible for
controlling sensation, movement and thoughts, and the
maintenance of brain function depends on a normal
blood supply, whereas ischemia (lack of blood supply)
seriously affect brain functions (Roy and Sherrington,
1890). For example, hypoxia-ischemia brain damage
(HIBD) is a complicated condition involving various
factors, like free radical injury, mitochondrial damage,
acute metabolic disorder of energy, and damage of
inflammatory factors, finally causing cell apoptosis or
necrosis (Bustelo et al., 2020; Zalewska et al., 2020).
Currently, several methods, including hyperbaric oxygen
treatment, mild hypothermia treatment and
transplantation of neural stem cells, have been developed
for HIBD (Bustelo et al., 2020; Gamdzyk et al., 2020),
which, however, have not yet been applied extensively
in clinical practice due to the failures in resolving their
innate side-effects. Thus, the safe and effective strategies
are urgently needed to improve the treatment of brain
damage-related diseases.

Propofol (PRO) is a frequently applied intravenous
anesthetic in the clinic with rapid induction and
recovery, as well as relatively few adverse reactions
(Chen et al., 2016). Recent evidence has revealed the
protective effect of PRO on multiple organs during
operation, involving brain, lung, spine, cardiac vessels
and kidney (Kungys et al., 2009; Schrouff et al., 2011;
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Adaramoye et al., 2013). According to previous studies,
PRO was able to induce evident expression changes of
microRNAs (miRNAs), a group of small-molecule
RNAs in length of about 18 to 22 nt, thereby altering
cellular biological activities (Ishikawa et al., 2012; Kim
et al., 2014). For instance, PRO up-regulated miR-9 to
inhibit the activation of nuclear factor-xB (NF-»B) and
suppressed the expression of matrix metalloproteinase-9,
thus blocking the growth and invasion of ovarian cancer
cells (Huang et al., 2016). Meanwhile, PRO induced
significant cell death in neurons or down-regulated
several miRNAs in a dose-/time- dependent manner
(Twaroski et al., 2014). MicroRNA-134 (miR-134), as a
brain-specific miRNA, was critical to various biological
events, including neuronal proliferation, differentiation,
apoptosis and microstructural variation (Morris et al.,
2018). A growing body of evidence has focused on the
role of miR-134 in epilepsy. For example, Gao et al.
reported that silencing miR-134 mitigated hippocampal
injury in kainic acid-induced status epilepticus rats (Gao
et al., 2019). A correlation of pilocarpine-induced status
epilepticus in mice with the miR-134 up-regulation in
hippocampus has been discovered in the work of
Jimenez-Mateos et al. (2015). Also, miR-134 has been
identified to sustain neuronal survival in ischemic stroke
mice (Chi et al., 2014a), suggesting the potential action
of miR-134 in the development of ischemia-hypoxia
brain disorders. Of note, PC12 rat pheochromocytoma
cell line has been widely used as a cell model in
neurobiological and neurochemical studies (Gozal et al.,
2017; Goloshvili et al., 2019), and PC12 cells exposed to
cobalt chloride (CoCl,), a well-known hypoxia mimetic
agent, is an established model to investigate the
mechanisms underlying neuronal cell death under the
conditions of hypoxia/ischemia (Xiao et al., 2012;
Hartwig et al., 2014). Considering the above, in this
study, CoCl, -induced PCI12 cells were used to determine
the expression of miR-134 with the treatment of PRO in
varying concentrations, and to further observe the
changes of viability, apoptosis, autophagy and oxidative
stress in PC12 cells.

Materials and methods
Cell culture

PC12 cells purchased from American Type Culture
Collection (ATCC, USA) were cultured in a humidified
atmosphere with with 5% CO, at 37°C in Dulbecco’s
modified eagle medium (DMEM) supplemented with
10% fetal bovine serum (FBS) and 1% streptomycin-
penicillin, during which cells were passaged every one
or two days. Cells in logarithmic phase were collected
for subsequent experiments.

Cell viability detected by cell counting kit-8 (CCK-8)

PC12 cells (1x10* cells/well) were seeded in a 96-
well plate, with 100 uL of medium in each well, for

cultivation at 37°C with 5% CO,. When the confluence
reached 60-70%, cells were treated with CoCl, (0, 5, 10,
50, 100 uM) for 24 h, or PRO (0, 5, 10, 50, 160 uM) for
24 h followed with or without CoCl, induction (50 uM,
24 h). After incubation with 5 pL of CCK-8 solution for
another 3-4 h, optical density (OD) of each well was
measured at 450 nm wavelengths using a BIORAD 550
spectrophotometer (Bio-rad, California, CA, USA).

Cell grouping

Cells were divided into Normal group (cell without
treatments), CoCl, group (cells treated with 50 uM of
CoCl, for 24 h), PRO + CoCl, group (cells treated with
50 uM of PRO for 24 h followed by CoCl, induction),
NC + CoCl, group (cells transfected with miR-134
negative control followed by CoCl, induction), inhibitor
+ CoCl, group (cells transfected with miR-134 inhibitor
followed by CoCl, induction), PRO + NC + CoCl,
group (cells transfected with miR-134 NC, followed by
the treatment of PRO and CoCl,) and PRO + mimic +
CoCl, group (cells transfected with miR-134 mimic,
followed by treatment of PRO and CoCl,). PRO (R&D
Systems) was dissolved in dimethlysulfoxide (DMSO)
and prepared with the DMEM medium. The transfection
of miR-134 mimics and inhibitors was performed
according to the manufacturer's instructions of
LipofectamineTM 2000 (Sigma, USA). Then, the cell
viability detected by CCK-8 assay was performed as
described above.

Observation of autophagy with transmission electronic
microscope (TEM)

PC12 cells were cultivated at 37°C with 5% CO,,
and at confluence of about 70%-80%, cells were treated
by the corresponding drugs according to the grouping
requirement. The medium was discarded after 24 h, and
the cells were rinsed, centrifuged and collected. In
glutaric dialdehyde, cells were fixed overnight at 4°C,
followed by rinses in phosphate buffer saline (PBS).
Then, the cells were fixed in 1% osmic acid at 4°C,
followed by dehydration and embedding in paraffin.
Paraffin blocks were sliced into sections that were later
stained in 3% uranyl acetate and lead citrate for
observation and photographing under the transmission
electronic microscope (TEM, Model 200CX, JEOL,
Tokyo, Japan).

Western blotting

Total proteins were extracted from PC12 cells and
then quantified by using bicinchoninic acid (BCA)
protein assay kit (Pierce Biotechnology, Inc., Rockford,
IL, USA). Thereafter, equal amounts of protein fractions
were separated by 10% sodium dodecyl sulfate-
polyacrylamide gel electrophoresis (SDS-PAGE) and
then transferred onto the polyvinylidene fluoride
(PVDF) membranes. Following transfer, the membranes
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were blocked with 5% nonfat milk powder for 2 h at
room temperature and incubated with anti-LC3I/I1
antibody at 2 pg/mL (ab128025, Abcam, UK), anti-
Beclin-1 antibody at 1/1000 dilution (ab210498, Abcam,
UK), anti-p62 antibody at 1/1000 dilution (ab109012,
Abcam, UK), and anti-GAPDH antibody-loading control
at 1/2500 dilution (ab9485, Abcam, UK) at 4°C
overnight, which was terminated by rinsing with PBS
three times (10 min/time). Thereafter, the resultant
immunoblots were further incubated with the goat anti-
rabbit IgG H&L (HRP) at 1 pg/mL (ab205718, Abcam,
UK) for 2 h and the incubation was also ended by
rinsing in PBS three times (15 min/time). The proteins
were visualized by an enhanced chemiluminiscence
(ECL) detection system (Amersham Biosciences Corp.,
Piscataway, NJ, USA). The intensity of each band was
quantified with the Image reader software (Science Lab
software, Fuji Photo Film, Tokyo, Japan).

Annexin-V fluorescein isothiocyanate/propidium iodide
(Annexin V-FITC/PI) staining

PC12 cells were rinsed in PBS once, and detached in
EDTA-free trypsin, which was terminated by adding the
serum-contained medium. The cells (1x10%/mL) were
centrifuged at 12000 rpm for 5 min followed by rinsing
with PBS. Subsequently, cells were washed by binding
buffer (500 L) and then mixed with 5 yL. of Annexin-
V-FITC and 5 uL of PI, followed by incubation in the
dark at room temperature for 15 min. Cells were then
subjected to the measurement by using a flow cytometer
(Amnis Corp., Seattle, USA). The apoptosis rate was
calculated as early apoptosis (lower, right) + late
apoptosis (upper, right) (Cai et al., 2014).

Hoechst 33258 staining

PC12 cells were rinsed in PBS three times (3
min/time), and fixed in 4% paraformaldehyde for 10
min. Then, the cells were washed in PBS three times and
incubated with 500 pL of Hoechst 33258 in the dark at
4°C for 10 min. Following three washes with PBS, cell
morphology was observed and photographed under an
Olympus IX-70 fluorescent microscope (Center Valley,
PA, USA).

Quantitative reverse transcriptase polymerase chain
reaction (qRT-PCR)

The total RNA was extracted from PC12 cells using
the TRIzol reagent (Invitrogen, Carlsbad, CA, USA).
The first-strand cDNAs were synthesized by using the
PrimeScript® II Ist Strand cDNA Synthesis Kit (Takara
Bio Inc. Otsu, Japan). Then, qRT-PCR was performed
using a QuantStudio™ 6 Real-Time PCR detection
system (Thermo Fisher Scientific, Foster, CA, USA)
with the reaction condition of 10 min at 95°C followed
by 40 cycles of 15 s at 95°C (denaturation step) and 30 s
at 60°C (annealing/extension step). The relative

expressions of miR-134, Bax, Caspase-3 and Bcl-2 in
PC12 cells were calculated using the 2-2ACT method
(Arocho et al., 2006).

Rhodamine 123 (Rh123) staining

Cells were fixed in 4% paraformaldehyde for 15
min, which was ended by three washes with PBS. In
each well, the cells were then incubated with Rh123 in a
final concentration (10 umol/L) at 37°C without light for
30 min, and incubation was terminated by washes in
PBS. Sections were mounted in 50% glycerol, and
observed under a laser-scanning confocal microscope
(Nikon Eclipse tE2000-U, Nikon Inc., Melville, NY).
The percentage of positive cells was calculated by using
Image J software (National Institute of Mental Health,
Bethesda, Maryland, USA).

Detection of oxidative stress indicators

Commercial kits (Nanjing Jiancheng Bioengineering
Institute, China) were used to detect the
methylenedioxyamphetamine (MDA), nitric oxide (NO)
and glutathione peroxidase (GSH-Px) levels. Reactive
oxygen species (ROS) levels were determined using
dichloro-dihydro-fluorescein diacetate (DCFH-DA)
staining. In brief, cells were placed into the 24-well
plates for 24 h of culture, and the supernatant was
discarded. Following three washes in PBS, cells were
fixed in 4% paraformaldehyde for 15 min. Again, cells
were washed with PBS three times, and then incubated
with DCFH-DA in a final concentration (10 pmol/L) at
37°C for 30 min avoiding exposure to light. Cells were
rinsed in PBS, and were mounted in 50% glycerol. Then,
the cells were observed under the laser-scanning
confocal microscope (Nikon Eclipse tE2000-U, Nikon
Inc., Melville, NY), and the percentage of positive cells
was calculated by Image J software (National Institute of
Mental Health, Bethesda, Maryland, USA).

Statistical analysis

SPSS 21.0 software (SPSS, Inc, Chicago, IL, USA)
was used to perform the statistical analysis for data of
this study. Measurement data expressed in mean +
standard deviation (SD) were compared by analysis of
variance (one-way ANOVA) followed by Tukey’s
honestly significant difference (HSD) test. P<0.05
suggested that the difference had statistical significance.

Results

Effect of CoCl, and PRO in different concentrations on
PC12 cell viability

CCK-8 assay revealed that CoCl, caused an
significant decrease in PC12 cell viability in a
concentration-dependent manner, and approximately
45% reduction was observed after 24 h with the



428

Protective role of PRO in PC12 cells

treatment of 50 uM CoCl,, which, therefore, was
selected as the final concentration for the following
experiments (Fig. 1A). However, PRO in different
concentrations showed no evident effects on the viability
of PC12 cells (Fig. 1B), which reversed the decreased
PC12 cell viability caused by 50 uM of CoCl, treatment
for 24 h in a dose-dependent manner (Fig. 1C).

Effect of PRO on miR-134 expression in CoCl,-induced
PC12 cells

CoCl, up-regulated miR-134 expression in PC12 cells
in a dose-dependent manner (Fig. 2A), but after the pre-
treatment of PRO (5, 10, 50, 100 uM), the up-regulation
of miR-134 induced by 50 uM of CoCl, was dose-
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dependently reversed in PC12 cells (all P<0.05, Fig. 2B).

Effect of PRO on the viability of CoCl,-treated PC12 cells
by mediating miR-134

MiR-134 expression in PC12 cells was determined
by using qRT-PCR (Fig. 3A). As compared with the
CoCl, group, miR-134 was down-regulated in the PC12
cells %rom Normal group, PRO + CoCl, group, inhibitor
+ CoCl, group and PRO + NC + CoCl, group (all
P<0.05), but was not significantly different from NC +
CoCl, group and PRO + mimic + CoCl, group, as well
as PRO + CoCl, group and PRO + NC + CoCl, group
(all P>0.05). Besides, Normal group and inhibitor +
CoCl, group also showed no significant difference in
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Fig. 1. The effects of CoCl, and PRO in different concentrations on PC12 cell viability evaluated by CCK-8 assay. A. CoCl, (0, 5, 10, 50, 100 uM)
decreases the viability of PC12 cells in a dose-dependent manner. B. Treatment of PRO in varying concentrations (0, 5, 10, 50, 100 uM) caused no
effect on the viability of PC12 cells;.C. PRO (0, 5, 10, 50, 100 uM) reverses the decreases caused by treatment of CoCl, (50 uM, 24 h) in PC12 cell
viability in a dose-dependent manner. This experiment was conducted in triplicate. *: P<0.05 vs. 0 uM, #: P<0.05 vs. 5 pM, %: P<0.05 vs. 10 uM,
@: P<0.05 vs. 50 pM.

Relative expression of
Relative expression of
miR-134

CoCl, (uM) CoCl, (50 M)

Fig. 2. Effect of different concentrations of PRO on miR-134 expression in CoCl,-treated PC12 cells. This experiment was conducted in triplicate.
*: P<0.05 vs. 0 uM, #: P<0.05 vs. 5 uM, %: P<0.05 vs. 10 uM, @: P<0.05 vs. 50 pM.

100 PRO (uM)
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miR-134 expression. CCK-8 assay (Fig. 3B) revealed
that PC12 cell viability was the highest in the Normal
group, which was decreased by the treatment with
CoCl,, and both PRO and miR-134 inhibitor enhanced
the PC12 cell viability induced by CoCl, (all P<0.05).
No significant differences were observed concerning the
PCI12 cell viability among PRO + CoCl, group, PRO +
NC + CoCl, group and inhibitor + CoCl, group, or
among CoCl, group, NC + CoCl, group and PRO +
mimic + COC:IZ2 group (all P<0.05).

Effect of PRO on the autophagy of CoCl,-treated PC12
cells by mediating miR-134

According to the TEM observation in Figure 4A, as
compared with the Normal group, evident increases in
the autophagy of PC12 cells were found in the other
groups, but PRO treatment resulted in decreased
autophagy in PC12 cells caused by CoCl, when
compared with those treated with CoCl, alone, which
was reversed by miR-134 mimic. The expressions of
autophagy-related makers detected by western blotting
(Fig. 4B-E) revealed that CoCl,-induced PC12 cells
exhibited an obvious elevation of LC3II/LC3I ratio and
Beclin-1 expression, as well as the down-regulation of
p62 expression when compared with the Normal group
(all P<0.05). However, PRO treatment and miR-134
inhibitor transfection decreased LC3II/LC3I and Beclin-
1 with the increased p62 in CoCl,-induced PCI12 cells
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(all P<0.05). The levels of autophagy-associated proteins
showed no statistical significance among CoCl, group
and PRO + mimic + CoCl, group (all P>0.05).

Effect of PRO on the apoptosis of CoCl,-treated PC12
cells by mediating miR-134

Hoechst 33258 staining revealed that the treatment
of PRO or the transfection of miR-134 inhibitor reversed
the karyopyknosis and nuclear fragmentation caused by
CoCl, (Fig. 5A). Annexin V-FITC/PI staining was
applied to validate the apoptosis of PC12 cells (Fig. 5B-
C), and as a result, the PC12 cells after CoCl, induction
had the increased apoptosis rate comapreé with the
Normal group, and the apoptosis rate in the CoCl, group
was far higher than that in the PRO + CoCl, group or the
inhibitor + CoCl, group (both P<0.05). Furthermore, the
decresed apoptosis rate treated by PRO in CoCl,-treated
PC12 cells was revesed by miR-134 mimic (P<0.05).
Similarly, qRT-PCR (Fig. 6) also demonstrated that
CoCl, induction increased the expressions of Bax and
Caspase-3 and decresed Bcl-2 expression, but PRO or
miR-134 inhibitor decreased the expressions of Bax and
Caspase-3 induced by CoCl, with enhanced Bcl-2
expression. As compared with the PRO + CoCl, group,
PC12 cells in the PRO + mimic + CoCl, group presented
with an evident increase in Bax and Caspase-3
expression, and a decrease in Bcl-2 expression (all
P<0.05).

Cell viability (%)

0
CoCl,

PRO
[\ [
mimic

inhibitor

Fig. 3. Effect of PRO on the viability of CoCl,-treated PC12 cells by mediating miR-134. A. The comparison of miR-134 expression in PC12 cells
among the groups. B. Effect of PRO on the viability of CoCl,-treated PC12 cells by mediating miR-134. This experiment was repeated three times.
*: P<0.05 vs. normal group; #: P<0.05 vs. CoCl, group; &: P<0.05 vs. PRO + CoCl, group; @: P<0.05 vs. NC + CoCl, group; %: P<0.05 vs. inhibitor +
CoCl, group; *: P<0.05 vs. PRO + NC + CoCl, group; NC, miRNA negative control.
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Effect of PRO on the oxidative stress of CoCl,-treated
PC12 cells by mediating miR-134

As shown in Figure 7, in comparison with the
Normal group, CoCl, induced the increases in NO and
MDA levels in PC12 cells with the reduced activity of
GSH-px, which could be partly reversed by PRO and
miR-134 inhibitor (all P<0.05). Besides, PC12 cells in
the PRO + mimic + CoCl, group also had increased NO
and MDA levels and decreased GSH-px activity as
compared with the PRO + CoCl, group (all P<0.05).
Furthermore, decreased fluorescence intensity of Rh123
was found in CoClz—treated PC12 cells (all P<0.05, Fig.
8A-B), and it was increased after the treatment with
PRO, which, however, were partially reversed by
transfection of miR-134 mimic (all P<0.05). As
compared to Normal group, the other groups had the
increased ROS level (all P<0.05, Fig. 8C-D). ROS levels
in PC12 cells in PRO + CoCl, group and inhibitor +

Normal

NC + CoCl,

inhibitor + CoCl,

PRO + NC + CoCl,

Beclin1/GAPDH
p62/GAPDH

inhibitor inhibitor

PRO + CoCl,

CoCl, group were decreased evidently as compared with
those treated with CoCl, alone (both P<0.05), which was
much higher in PRO + mimic + CoCl, group compared
to PRO + CoCl, group (P<0.05).

Discussion

In this study, the PC12 cells exhibited declined cell
viability dose-dependently after induction with different
concentrations of CoCl,. Previous studies have shown
that a cell death rate of 40-60% is a promising option to
study the neuroprotective effect of drugs, whereas an
excessively high death rate may limit function, thereby
making it difficult to clarify the pathogenesis (Lahiani et
al., 2015, 2016). Thus, 50 uM of CoCl, induction was
selected as the final concentration for our following
experiments. As we know, miR-134 is specifically
expressed in the brain tissues (Morris et al., 2018). In
our study, the increased CoCl, dose-dependently induced

B

Beclin1

p62

LC31
LC3 1

GAPDH

PRO + mimic + CoCl,

CoCl,

PRO

NC
mimic
inhibitor

*&%"

LC3 I/LC3 |

inhibitor

Fig. 4. Effect of PRO on the autophagy of CoCl,-treated PC12 cells by mediating miR-134. A. Autophagic structure of PC12 cells in all groups
determined by transmission electronic microscope (TEM), and arrows show various forms of autophagic vacuoles including autophagosomes and
autolysosomes; B-E. Expressions of autophagy-associated proteins (LC3II/LC3I ratio, Beclin-1 and p62) in PC12 cells of all groups determined by
Western blotting; Experiment was carried out in triplicate. *: P<0.05 vs. normal group; #: P<0.05 vs. CoCl, group; &: P<0.05 vs. PRO + CoCl, group;
@: P<0.05 vs. NC + CoCl, group; %: P<0.05 vs. inhibitor + CoCl, group; *: P<0.05 vs. PRO + NC + CoCl, group; NC, miRNA negative control.
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miR-134 expression in PC12 cells, supporting the
protection of miR-134 inhibition against neuron cell
death under the conditions of hypoxia/ischemia as
reported by other studies (Chi et al., 2014b; Meng et al.,
2016; Rodriguez et al., 2017). Recently, evidence
demonstrated the reduced miR-134 expression by PRO

Normal PRO + CoCl,

NC + CoCl,

in primary hippocampal neurons under oxygen-glucose
deprivation (OGD) condition (Wang et al., 2015).
Similarly, we also found the up-regulation of miR-134
induced by 50 uM of CoCl, was reversed in PCI12 cells
after the pre-treatment of PRO, suggesting the protection
role of PRO in CoCl, -induced PC12 cells via mediating

inhibitor + CoCl, PRO + NC + CoCl, PRO + mimic + CoCl,

Apoptosis rates (%)

mimic
inhibitor

Fig. 5. Effect of PRO on the apoptosis of CoCl,-treated PC12 cells by mediating miR-134. A. Apoptosis of PC12 cells in different groups detected by
Hoechst 33258 staining; B-C: PC12 cells apoptosis validated by Annexin V-FITC/PI staining (B), and the comparison of PC12 cells apoptosis rate (%)
among the groups (C). This experiment was carried out in triplicate. *: P<0.05 vs. normal group; #: P<0.05 vs. CoCl, group; &: P 0.05 vs. PRO + CoCl,
group; @: P<0.05 vs. NC + CoCl, group; %: P<0.05 vs. inhibitor + CoCl, group; *: P<0.05 vs. PRO + NC + CoCl, group; NC, miRNA negative control.
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Fig. 6. Expressions of Bax, Caspase-3 and Bcl-2 in PC12 cells of different groups detected by qRT-PCR. This experiment was conducted in triplicate.
*: P<0.05 vs. normal group; #: P<0.05 vs. CoCl, group; &: P<0.05 vs. PRO + CoCl, group; @: P<0.05 vs. NC + CoCl, group; %: P<0.05 vs. inhibitor +
CoCl, group; *: P<0.05 vs. PRO + NC + CoCl, group; NC, miRNA negative control.
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miR-134 expression. Interestingly, the microarray
analysis carried out by Kim JH et al. found the
expression of miR-134 in the adipose-derived stromal
cells could be elevated by 4 to 5 times after induction of
PRO (Kim et al., 2014). The reason for the contrary
condition may be the difference in cell types.
Autophagy, as a dynamic physiological process,
plays a key role in the maintenance of cellular
homeostasis (Uchiyama, 2001), which can be induced by
various extracellular stimuli, including nutrition
deficiency, hypoxia, high temperature and microgravity
environment, as well as intracellular stimuli, like
damage to the organs (Yamanaka-Tatematsu et al.,
2013). Notably, CoCl, has been found to increase cell
autophagy (Chimeh et al., 2018), and Beclin-1 was up-
regulated in cerebral ischemia/reperfusion injury
simulated by CoCl,-induced HT22 cells (Yang et al.,
2015). During the process of autophagy, soluble LC3-I
may bind covalently to phosphatidyl ethanolamine to
form LC3-II, which may further bind to the membrane
of autophagosome, with the continuous decrease in LC3-
I and the increase of LC3-II; therefore, the intracellular
LC3-II/LC3-1I ratio has been used to evaluate the
development and degree of autophagy (Nakashima et al.,
2006). P62/SQSTMI1, the substrate of autophagy, is
believed to be associated with the activation of
autophagy (Bjorkoy et al., 2005). In this work, after
CoCl2 induction, PC12 cells presented an increase in
LC3II/LC3I ratio, the up-regulation of Beclin-1 and the
down-regulation of p62, indicating the increase in
autophagy; however, the above changes were clearly
reversed after PRO treatment. Likewise, Cui DR et al.
reported that PRO may significantly inhibit the up-
regulations of LC3-II and Beclin-1 in the hippocampus
of I/R rat (Cui et al., 2013). The findings of Sun B et al.
also showed that PRO was able to suppress OGD/R-
induced autophagy and neuronal damage, manifesting
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with decreased LC3-II/LC3-I ratio and Beclin-1
expression, increased p62 expression, as well as declined
LC3-I point-like structure (Sun et al., 2018). In this
study, PRO was noted to down-regulate the increased
expression of miR-134 induced by CoCl, in PC12 cells,
similar to the previous findings (Kim et al., 2014; Wang
et al., 2015). Furthermore, the decreased expression of
miR-134 was reported to be able to down-regulate the
expressions of autophagy-associated proteins in
hippocampus (Sun et al., 2017). Hence, we inferred that
PRO may mitigate CoCl,-induced increase in the
autophagy of PC12 cells via mediating miR-134.
Accumulating evidence has confirmed the PC12 cell
apoptosis induced by CoCl, (Kasai et al., 2017, Wang et
al., 2018). Mechanically, apoptosis usually results in
damage to the MMP, and decreased MMP has been
recognized widely as an early hallmark for cell apoptosis
(Richter, 1993). Bcl-2, the anti-apoptotic gene located in
mitochondria, is responsible for the maintenance of the
integrity of the mitochondrial membrane, while Bax, the
pro-apoptotic protein, can augment the permeability of
mitochondrial membrane and decrease MMP to initiate
apoptosis (Hajiahmadi et al., 2015). Activated caspase-3,
a hallmark protein of cell apoptosis, can also trigger the
initiation of mitochondrial apoptosis (Medina et al.,
1997). Consequently, PRO decreased the expressions of
Bax and Caspase-3 in PC12 cells treated with CoCl, in
our work, accompanied with the increased Bcl-2 and
MMP. As indicated by Engelhard et al., Bax expression
was lower in PRO anaesthetized rats after cerebral
ischaemia than in control animals (Engelhard et al.,
2004). Chen XH et al. pre-treated the PC12 cells with
PRO, while the apoptotic rate of PC12 cells following
subsequent treatment of H202 was somehow decreased,
with the down-regulation of caspase-3 (Chen et al.,
2016). Taken together, the ability of PRO to limit CoCl,-
induced apoptosis in PC12 cells might be realized by

*#@ *#@
@ e @ e

GSH-Px (U/mg protein)

NC
mimic

inhibitor

Fig. 7. Effect of PRO on the levels of methylenedioxyamphetamine (MDA), nitric oxide (NO), glutathione peroxidase (GSH-Px) in CoCl,-treated PC12
cells by mediating miR-134. This experiment was repeated three times. *: P<0.05 vs. normal group; #: P<0.05 vs. CoCl, group; &: P<0.05 vs. PRO +
CoCl, group; @: P<0.05 vs. NC + CoCl, group; %: P<0.05 vs. inhibitor + CoCl, group; *: P<0.05 vs. PRO + NC + CoCl, group; NC, miRNA negative

control.
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mitochondrial apoptosis. In addition, as compared with
the PRO + CoCl, group, PC12 cell apoptosis was
enhanced in the PRO + mimic + CoCl, group,
suggesting that miR-134 overexpression may reverse the
effect of PRO on the CoCl,-induced PC12 cell
apoptosis. Consistently, the published literatures also
illustrated that overexpression of miR-134 exacerbated
cell apoptosis both in vitro and in vivo, and the down-
regulation of miR-134 exerted neuroprotection against
ischemic injury (Chi et al., 2014b). Besides, inhibition of
miR-134, as reported by Huang W et al., was able to up-
regulate the expression of Bcl-2 in neurons after cerebral
ischemic injury (Huang et al., 2015).

Besides, the excessive generation of ROS from the
mitochondrial respiratory chain could be frequently seen
under the hypoxic environment (Sada et al., 2016). Thus,
the levels of ROS in PC12 cells were detected, and
CoCl2 induction led to the increased ROS levels, with
decreased green fluorescence intensity of Rh123.
Meanwhile, the increased levels of NO and MDA were

NC + CoCl, inhibitor + CoCl, PRO + NC + CoCl,

PRO + CoCl,

NC + CoCl, inhibitor + CoCl, PRO + NC + CoCl,

also confirmed with the evidently decreased GSH-px
activity in this study. MDA, the final product in the
process where oxygen radials destroy the membrane
structure, can reflect the damage of radicals to the cells
(Wohaieb and Godin, 1987). GSH-px is the general
name of an enzyme family with peroxidaseactivity
whose main biological role is to protect the organism
from oxidative damage. (Guidi et al., 1986). As for PRO,
it has a structure similar to that of butylated
hydroxytoluene, which can antagonize the free radicals
and suppress the lipid peroxidation (Cui et al., 2012;
Chen et al., 2016). In our study, the increased oxidative
stress of PC12 cells induced by CoCl, was attenuated by
PRO, which was reversed by miR-134 mimic. Similarly,
evidence has supported that PRO was capable of
mitigating hypoxia-caused oxidative stress in brain
tissues, and inhibiting miR-134 can also improve the
oxidative stress in hippocampus and the mitochondrial
functions (Sun et al., 2017). Besides, Wang and his
group found suppression of miR-134 decreased the ROS

=2 <]
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Fig. 8. Effect of PRO on the mitochondrial membrane potential (MMP) and reactive oxygen species (ROS) in CoCl,-treated PC12 cells by mediating
miR-134. A-B. Rh123 staining were performed to determine the MMP. C-D. ROS was examined using DCF-DA staining. This experiment was carried
out in triplicate. *: P<0.05 vs. normal group; #: P<0.05 vs. CoCl, group; &: P<0.05 vs. PRO + CoCl, group; @: P<0.05 vs. NC + CoCl, group;
%: P<0.05 vs. inhibitor + CoCl, group; *: P<0.05 vs. PRO + NC + CoCl, group; NC, miRNA negative control.
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levels by activating the mitochondrial respiratory chain
and increasing the increased activity of antioxidant
enzymes related to CREB binding, thereby decreasing
apoptosis (Wang et al., 2020). All mentioned above
indicating that miR-134 inhibition may have antioxidant
activity in reducing or possibly preventing neuronal
injury. Thus, PRO may improve the oxidative stress via
mediating miR-134 in CoCl,-induced PC12 cells.

In conclusion, PRO was able to decrease the
expression of miR-134 in CoCl,-treated PC12 cells in a
dose-dependent manner. Furthermore, PRO could
mitigate the CoCl,-induced autophagy, apoptosis and
oxidative stress in PC12 cells via inhibiting miR-134,
thereby exerting a therapeutic role in the treatment of
brain damage-related diseases. However, there existed a
limitation that the interactions of autophagy, apoptosis
and oxidative stress were complicated, which should be
further explored in the future study due to time and
funding constraints.
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