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Abstract: This study investigated whether artemisinin (ART)
exerts a neuroprotective effect against cerebral ischemia/
reperfusion (I/R) injury. Hypoxia-glucose deprivation and
reoxygenation (OGD/R) of SH-SY5Y cells were used as the
I/R injury model in vitro. Cell viability was determined using
3-(4,5-dimethylthiazol-2-y1)-2,5-diphenyltetrazolium bromide
assay, and lactate dehydrogenase (LDH) release was mea-
sured. Cell apoptosis and apoptosis-associated protein
expression were determined via flow cytometry and western
blotting, respectively. The levels of glutathione peroxidase,
superoxide dismutase, catalase, and malondialdehyde were
determined. The secretion of tumor necrosis factor-a and
interleukin-1B was measured using ELISA. The activation of
the nuclear factor kappa B (NF-kB) pathway was also deter-
mined. The indicated ART concentrations (0, 25, 50, 75, and
100 pM) had no significant effect on SH-SY5Y cell viability
and LDH activity. ART promoted cell viability, reduced cell
apoptosis, repressed cellular inflammation, and inhibited
cellular oxidative stress and NF-kB signaling pathway in
OGD/R-induced SH-SY5Y cells. In addition, all the protective
effects of ART on OGD/R-induced SH-SY5Y cell injury were
significantly reversed by an NF-kB agonist. In conclusion,
ART protects neurons from OGD/R-induced damage in vitro
by inhibiting the NF-xB signaling pathway. These results
suggest that ART may be a potential agent for the treatment
of cerebral I/R injury.
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1 Introduction

Artemisia annua L. has been used as a medicinal plant in
the treatment of numerous diseases for centuries [1].
Artemisinin (ART) is a sesquiterpene trioxane lactone
compound extracted from Artemisia annua L., which con-
tains a peroxide group. ART can Kkill malaria parasites by
interfering with mitochondrial function, particularly in
the treatment of drug-resistant and recurrent malaria,
and has been used worldwide [2,3]. In addition to anti-
malarial effect, ART has immunosuppressive [4], anti-
schistosomiasis [5], anti-virus [6], and anti-tumor effects
[7-10]. In multiple cancers, combined treatment with
ART drugs has achieved improved therapeutic effects
[11], and no evident cytotoxicity of ART to normal cells
was observed in more than 4,000 cases, which makes it a
potential drug for treating numerous diseases [12]. ART
has been reported to be a potential drug for treating
Alzheimer’s disease by protecting against amyloid beta
damage [13]. Studies have revealed that ART is involved
in regulating the expression of various nuclear factor
kappa B (NF-kB) reporter genes [14,15]. ART inhibits
endometrial cancer cell proliferation by disrupting the
interaction between NF-xB and the CDK4 promoter and
transcriptionally downregulates CDK4 expression [9]. Gu
et al. indicated that ART could inhibit the NF-kB pathway
by blocking IKBa phosphorylation, which results in reduced
myocardial remodeling [16]. Wang et al. found that ART pre-
treatment effectively protected against myocardial ischemia/
reperfusion (I/R) injury by inhibiting the activation of the
NLRP3 inflammasome [17]. Besides, ART attenuated the oxi-
dative damage of SH-SY5Y cells and hippocampal neurons
induced by hydrogen peroxide (H,0,) by activating the
AMPK signaling pathway, suggesting a neuroprotective effect
of ART [18]. However, whether ART has a neuroprotective
effect on cerebral I/R injury remains unclear.

Ischemic stroke remains the primary cause of dis-
ability and death worldwide [19]. The pathogenesis of cer-
ebral ischemia is insufficient oxygen and glucose transport
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caused by tissue ischemia, which leads to irreversible neu-
ronal damage or death [20]. Recanalization therapy, which
supplements nutrients and oxygen and removes toxic
metabolites, is currently the main treatment method of
ischemic stroke [21,22]. However, the recovery of blood
flow leads to occasional side effects [23]. In the process
of cerebral I/R, various procedures related to nerve cell
death are activated, such as necrosis, apoptosis, or autoph-
agy [24,25], and apoptosis has been reported as a key
event in cerebral ischemic brain injury [26]. Astragaloside
IV protects against cerebral I/R injury by suppressing
apoptosis [27]. The inhibition of oxidative stress and inflam-
mation has been widely reported to alleviate cerebral I/R
injury [28,29].

In this study, we hypothesized that ART plays a pro-
tective role in cerebral ischemia and reperfusion injury by
inhibiting NF-kB pathway. Therefore, this study employed
the SH-SY5Y cell OGD/R model to explore the effect of ART
on cerebral I/R injury and analyze its potential molecular
mechanism.

2 Material and methods

2.1 Cell culture and reagent

The human neuroblastoma cell line SH-SY5Y was obtained
from the American Type Culture Collection (Rockville, MD,
USA) and was cultured in Dulbecco’s Modified Eagle
Medium (DMEM; Sigma-Aldrich, St. Louis, MO, USA) con-
taining 10% (v/v) fetal bovine serum (Thermo Fisher Scientific,
Waltham, MA, USA), 2% L-glutamine (v/v), 100 pg/mL strepto-
mycin, and 100 U/mL penicillin (Gibco, Amarillo, TX, USA).
The cells were cultured in a moist environment at 37°C and 5%
CO,. ART was purchased from Merck (Darmstadt, Germany;
cat. no. 361593).

2.2 Cell treatment

OGD/R-exposed model [30]: SH-SY5Y cells were seeded
into 96-well plates, and then OGD experiments were per-
formed when cell density reached approximately 80%
confluence. SH-SY5Y cell culture medium was replaced
with oxygen-glucose-free DMEM and incubated in an
anaerobic gas mixture (1% O,, 5% CO,, and 94% N,) at
37°C. After 3 h, the cell medium and culture conditions
were restored to normal, and the culture was continued
for 24 h.
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ART interferes with the OGD/R-exposed model: SH-
SY5Y cells were pre-treated with the indicated concentra-
tion of ART (0, 25, 50, and 100 pM) [31] for 2h and then
exposed to OGD/R.

2.3 Cell proliferation ability

The proliferation ability of SH-SY5Y cells was determined
using the MTT assay. The processed cells were seeded
into 96-well plates at a density of 6 x 10> cells per well
and cultured in 5% CO, at 37°C for 48 h. Subsequently,
20 pL of MTT solution (5 mg/mL) was added to each well
and cultured for 4 h. Then, the supernatant was carefully
removed, and 150 pL of dimethyl sulfoxide was added to
each well at room temperature to completely dissolve the
formazan crystals. The absorbance of each well was mea-
sured at 570 nm using an enzyme-linked immunosorbent
analyzer (Victor X3, PerkinElmer, Shelton, CT, USA).

2.4 LDH release cell death assay

An LDH assay kit (Promega, Madison, WI, USA) was used
to detect the release of LDH from cells. Briefly, 2 x 10°
processed cells were collected, washed with pre-cold
phosphate-buffered saline (PBS), resuspended in 200 pL
of cold assay buffer, and centrifuged at 4°C at 8,000 rpm
for 15 min, and the supernatant was preserved. Next 10 pL
of supernatant and 100 pL of reaction reagent were mixed
and incubated for 30 min at room temperature. The absor-
bance of each well was determined using an enzyme-
linked immunosorbent analyzer (Victor X3, PerkinElmer)
at 490 nm.

2.5 Flow cytometry analysis of cell
apoptosis

SH-SY5Y cell apoptosis was detected using the Annexin
V-FITC Assay Kit (BioVision, Palo Alto, CA, USA) according
to the manufacturer’s instructions. Briefly, the processed
SH-SY5Y cells were collected and washed with pre-cold
PBS. SH-SY5Y cells were resuspended in 195 pL of binding
buffer, and then stained with 5 pL of Annexin V-FITC (10 pg/mL)
and 10 pL of propidium iodide for 15 min in the dark at 25°C.
Finally, the cells were analyzed via flow cytometry (FCM;
Beckman, Brea, CA, USA). Data were analyzed using Flow]Jo
version 7.6.1 (Flow]Jo LLC).



DE GRUYTER

2.6 Caspase-3 activity detection

Caspase-3 activity was detected using a Caspase-3 Activity
Assay Kit (Abcam, Cambridge, UK; cat no. ab252897). The
detection principle is that the synthetic substrate DEVD-
AFC will emit a strong and stable fluorescence signal
(Ex/Em = 400/505 nm) after being cleaved by caspase-3,
and caspase-3 enzyme activity can be reflected according
to the fluorescence intensity. The processed cells were col-
lected and lysed with RIPA lysis buffer (Merck; cat no.
R0278), and the supernatant was collected. The superna-
tant was then incubated with the final reaction solution,
which comprised 40 pL of assay buffer, 50 pL of superna-
tant, and 10 pL of caspase-3 substrate DEVD-AFC (2 mM) at
37°C for 2h. Finally, the absorbance of each sample was
measured at 400 nm using an enzyme-linked immunosor-
bent analyzer (Victor X3, PerkinElmer,).

2.7 Western blot analysis

SH-SY5Y cells were washed with PBS and lysed with RIPA
lysis buffer (Merck; cat. no. R0278). The supernatant with
20 pg total protein content was separated via polyacryla-
mide gel electrophoresis and electro-transferred to a nitro-
cellulose membrane (Millipore, Burlington, MA, USA). The
membranes were incubated with specific primary antibodies
(1:200 for anti-cleaved caspase-3, cat. no. ab2302; 1:1,000 for
anti-p65, cat. no. ab32536; 1:500 for anti-p-p65, cat. no.
ab31624; 1:1,000 for anti-GAPDH, cat. no. abh22555; all from
Abcam), and secondary antibodies (1:5,000, cat. no. ah97080;
Abcam). The enhanced chemiluminescence method (Cytiva,
Marlborough, MA, USA) was used to detect immune-response
bands. The band intensity was quantified by ImageJ version
1.8.0 (National Institutes of Health).

2.8 Determination of superoxide dismutase
(SOD), catalase (CAT), and glutathione
peroxidase (GSH-Px) activities

Superoxide dismutase activity assay kit (Solarbio, Beijing,
China; cat. no. BC0O170) was used to determine the activity
of SOD, catalase detection kit (Solarbio; cat. no. BC0200)
was used to determine the activity of CAT, and glutathione
peroxidase activity assay kit (Solarbio; cat. no. BC1190)
was used to determine GSH-Px activity. In the SOD deter-
mination system, xanthine and xanthine oxidase reaction
can produce 07", which reduces nitroblue tetrazolium to
formazan, and SOD reduces formazan formation by reacting
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with 0?". Formazan can be dissolved in organic solvents,
and absorbance at 560 nm indicates the SOD activity. CAT
can decompose H,0,, which has a characteristic absorption
peak at 240 nm. The absorbance of the reaction solution at
240 nm decreased with the reaction time, and the CAT
activity was calculated according to the change rate of the
absorbance. GSH-Px catalyzes the oxidation of GSH by H,0,
to produce oxidized glutathione. GSH reacts with 5,5-
dithiobis-(2-nitrobenzoic acid) to generate a compound
with a characteristic absorption at 412nm. Therefore,
the absorbance of the reaction solution at 412nm was
used to measure the activity of GSH-Px.

2.9 Malondialdehyde (MDA) detection

A Malondialdehyde Assay Kit (Abcam; cat. no. ah118970)
was used to detect MDA. MDA in the sample reacts with
thiobarbituric acid (TBA) to form an MDA-TBA complex.
The MDA-TBA complex had a specific absorption at
532 nm. Therefore, MDA was quantified according to the
absorbance of the reaction solution at 532 nm.

2.10 Enzyme-linked immunosorbent assay
(ELISA)

The secretion of tumor necrosis factor-a (TNF-a), inter-
leukin-1B (IL-1B), and IL-6 in SH-SY5Y cells was detected
using an ELISA kit (cat. no. ab181421 for TNF-a; cat. no.
ab214025 for IL-1B; cat. no. ab178013 for IL-6; all from
Abcam). The cell culture supernatant was collected by
centrifugation at 2,000 rpm for 15 min. Afterward, 50 pL
of cell culture supernatant and 50 pL of antibody cocktail
were added to the 96-well plate included in the kit, incu-
bated in a shaker at 400 rpm for 90 min at room tempera-
ture, and then washed three times with 350 pL of wash
buffer. Subsequently, 100 pL TMB buffer was added to the
system and incubated in a shaker at 400 rpm for 10 min.
After incubation, the reaction was stopped with 100 pL of
stopping solution. Absorbance was measured at 450 nm
wavelength.

2.11 Reverse transcription quantitative-PCR
(RT-gPCR)

The p65 transcription level was determined via RT-qPCR.
Total RNA was extracted using the MiniBEST Universal
RNA Extraction Kit (TaKaRa, cat. no. 9767), according to
the manufacturer’s instructions. A One Step PrimeScript
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IIT RT-gPCR kit (TaKaRa, cat. no. RR600A) was used for
the RT-gqPCR analysis. The reaction solution was pre-
pared according to the manufacturer’s instructions and
applied in a Thermal Cycler Dice Real Time System.
GAPDH was used as an internal control. The PCR primer
sequence of p65 and GAPDH was as follows: p65 forward,
5-CGCGGATCCGCCACCATGGACGAACTG-3’ and reverse,
5’-CCGCTCGAGTTAGGAGCTGATCTG-3’; GAPDH forward,
5-CTTTGGTATCGTGGAAGGACTC-3’ and reverse, 5-GTAG
AGGCAGGGATGATGTTCT-3'. The relative expression of
p65 was calculated using the 222%4 method.

2.12 Statistical analysis

All experiments were performed at least three times, and
the data are presented as mean value + SD. GraphPad
Prism software (GraphPad Software, Inc., San Diego, CA,
USA) was used for the statistical analysis. The statistical
significance of the differences between the two groups was
tested using Student’s ¢-test. Multiple comparisons were
performed using the one-way analysis of variance (ANOVA)
followed by Tukey’s post hoc test. Differences were consid-
ered statistically significant at p < 0.05.

3 Results

3.1 Cytotoxicity of ART to SH-SY5Y cells

SH-SY5Y cells were treated with ART at different concen-
trations (25, 50, 75, and 100 uM) for 24 h. Different ART
concentrations had no significant effect on SH-SY5Y cell
viability and LDH viability (Figure 1a and b), suggesting
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that ART has no significant cytotoxic effect on SH-SY5Y
cells. Therefore, 0, 25, 50, and 100 pM ART were used for
subsequent experiments.

3.1.1 ART protects SH-SY5Y cells from OGD/R-induced
injuries

SH-SY5Y cells were pre-treated with the indicated con-
centrations of ART (25, 50, and 100 puM) for 2h and then
exposed to OGD/R. The results of the MTT and LDH release
cell death assays indicated that OGD/R-exposure signifi-
cantly repressed the viability of SH-SY5Y cells (Figure 2a)
and enhanced LDH activity (Figure 2b). FCM results showed
that OGD/R treatment markedly increased SH-SY5Y cell
apoptosis (Figure 2c and d), and caspase-3 activity in
OGD/R-injured SH-SY5Y cells was significantly increased
(Figure 2e). Western blot analysis revealed that the cleaved
caspase-3 protein expression and ratio of cleaved caspase-
3/GAPDH were apparently increased in OGD/R-injured
SH-SY5Y cells (Figure 2f and g). All the effects could be
reversed by ART treatment. This reversal was dependent
on ART concentration, and the reversal effect was posi-
tively correlated with ART concentration. These results
indicated that ART increased the viability and reduced
the apoptosis of OGD/R-exposed SH-SY5Y cells in a dose-
dependent manner.

The secretion of TNF-q, IL-1B, and IL-6 in SH-SY5Y
cells was detected using ELISA. The results indicated that
the secretion of TNF-qa, IL-1f, and IL-6 was increased in
OGD/R-exposed SH-SY5Y cells (Figure 3a—c), and ART
decreased the secretion of TNF-q, IL-1B, and IL-6 in a
dose-dependent manner in OGD/R-exposed SH-SY5Y cells
(Figure 3a—c).

The activities of SOD, CAT, and GSH-Px in SH-SY5Y
cells were significantly inhibited, and the level of

e 6001

©

® _— —_—

£

[}]

2 400

N ~

c

=3

av

S 200

°

©

5

= 0 T T
25 50 75 100

Artemisinin (uM)

Figure 1: Cytotoxic effect of ART on SH-SY5Y cells. SH-SY5Y cells were treated with ART at different concentrations (0, 25, 50,75, and 100 pM)
for 24 h. Different ART concentrations had no significant effect on SH-SY5Y: (a) cell viability and (b) lactate dehydrogenase activity.
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Figure 2: ART increases the viability and reduces apoptosis of hypoxia-glucose deprivation and reoxygenation (OGD/R)-exposed SH-SY5Y
cells in a dose-dependent manner. SH-SY5Y cells were pre-treated with the indicated concentrations of ART (0, 25, 50, and 100 pM) for 2 h
and then exposed to OGD/R. (a) Viability of SH-SY5Y cells was determined using an MTT assay. (b) LDH activity was measured using an LDH

assay kit. (c and d) Cell apoptosis was detected via flow cytometry.

(e) Caspase-3 activity was measured using a caspase-3 activity

detection kit. (f) Cleaved caspase-3 protein detection was detected using western blotting. (g) Cleaved caspase-3/GAPDH ratio. **p < 0.01

vs Control; #*p < 0.05, 0.01 vs OGD/R.

malondialdehyde (MAD) was significantly increased by
OGD/R exposure (Figure 4a—d). In OGD/R-exposed SH-SY5Y
cells, ART treatment alleviated the inhibition of SOD,
CAT, and GSH-Px activities and increased MAD levels
in a dose-dependent manner (Figure 4a-d).

Western blotting was used to assess the expression of
p65 and p-p65, and RT-qPCR was performed to analyze
the transcription level of p65. The results indicated that
p-p65 expression and the ratio of p-p65/p65 were notably
increased, and ART treatment reduced p-p65 expression
and the ratio of p-p65/p65 in OGD/R-exposed SH-SY5Y
cells in a dose-dependent manner (Figure 5a and b).
There was no significant change in p65 transcription
levels among the groups (Figure 5c).

3.1.2 ART protects SH-SY5Y cells from OGD/R-induced
injury by inhibiting the NF-kB signaling pathway

Findings indicated that OGD/R-exposed SH-SY5Y cell via-
bility was significantly improved and LDH activity was
reduced by treatment with ART or an NF-kB agonist

(Figure 6a and b). The NF-kB agonist reversed the ART-
induced increase in cell viability in OGD/R-exposed SH-
SY5Y cells (Figure 6a and b). Apoptosis was distinctly
decreased by treatment with ART or an NF-kB agonist,
whereas apoptosis was distinctly increased by co-treat-
ment with ART and an NF-xB agonist in OGD/R-exposed
SH-SY5Y cells compared with that of ART treatment alone
(Figure 6¢ and d). Caspase-3 activity in OGD/R-exposed
SH-SY5Y cells was markedly inhibited by treatment with
ART or an NF-kB agonist; however, co-treatment with ART
and the NF-kB agonist markedly improved caspase-3 activity
in OGD/R-exposed SH-SY5Y cells compared with that of
ART treatment alone (Figure 6e). Cleaved caspase-3 protein
expression and the ratio of cleaved caspase-3/GAPDH were
significantly decreased by treatment with ART or an NF-xB
agonist. Compared with that of the ART treatment group,
cleaved caspase-3 expression and the ratio of cleaved cas-
pase-3/GAPDH were significantly increased by co-treatment
with ART and NF-xB agonist in OGD/R-exposed SH-SY5Y
cells (Figure 6f and g).

The secretion of TNF-q, IL-1B, and IL-6 was evidently
decreased in OGD/R-exposed SH-SY5Y cells by treatment
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Figure 3: Effects of ART on cell inflammation in hypoxia-glucose deprivation and reoxygenation (OGD/R)-induced SH-SY5Y cells. SH-SY5Y
cells were pre-treated with the indicated concentrations of ART (0, 25, 50, and 100 pM) for 2 h and then exposed to OGD/R. (a—c) ELISA was
used to determine the secretion of TNF-a, IL-1B, and IL-6 in the supernatant of SH-SY5Y cells. **p < 0.01 vs Control; ***p < 0.05, 0.01 vs

OGD/R.
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Figure 4: Effects of ART on the oxidative stress in OGD/R-induced SH-SY5Y cells. SH-SY5Y cells were pre-treated with the indicated
concentrations of ART (0, 25, 50, and 100 pM) for 2 h and then exposed to OGD/R. Next the activities of SOD (a), CAT (b), and GSH-Px (c) and

the level of MAD (d) were determined. **p < 0.01 vs Control; #**p < 0.05, 0.01 vs OGD/R.
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Figure 5: ART inhibits the activation of NF-kB signaling pathway in OGD/R-induced SH-SY5Y cells. SH-SY5Y cells were pre-treated with the
indicated concentrations of ART (0, 25, 50, and 100 pM) for 2 h and then exposed to OGD/R. (a) Protein expressions of p-p65 and p65 were
measured using western blotting. (b) p-p65/p65 ratio. (c) mRNA expression of p65 was determined via RT-gPCR. **p < 0.01 vs Control;

##%1 < 0.05, 0.01 vs OGD/R.

with ART or an NF-xB agonist, and co-treatment with ART
and the NF-xB agonist evidently increased the secretion
of TNF-a, IL-1B, and IL-6 compared with that of ART
treatment alone (Figure 7a—c). In OGD/R-exposed SH-
SY5Y cells, the activities of SOD, CAT, and GSH-Px were
markedly inhibited by treatment with ART or an NF-kB
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agonist, whereas the inhibitory effect was attenuated by
co-treatment with ART and the NF-«B agonist (Figure 7d—f).
ART or NF-xB agonist treatment significantly decreased the
level of MAD in OGD/R-exposed SH-SY5Y cells; however,
the level of MAD was significantly increased by co-treat-
ment with ART or an NF-kB agonist (Figure 7g).
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Figure 6: NF-kB agonist reverses the effects of ART on the viability and apoptosis of SH-SY5Y cells triggered by OGD/R exposure. SH-SY5Y
cells were pre-treated with 100 pM ART, an NF-kB antagonist, or 100 uM ART + NF-kB agonist for 2 h and then exposed to OGD/R. (a) SH-SY5Y
cell viability was determined using an MTT assay. (b) LDH activity was measured using an LDH assay kit. (c and d) Cell apoptosis was

detected via flow cytometry (e) Caspase-3 activity was measured using a caspase-3 activity detection kit. (f) Protein expression of cleaved
caspase-3 was detected using western blotting. () Cleaved caspase-3/GAPDH ratio. **p < 0.01vs OGD/R; **p < 0.05, 0.01vs OGD/R + ART.
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The findings suggested that p-p65 expression and the
ratio of p-p65/p65 were significantly inhibited in OGD/R-
injured SH-SY5Y cells after treatment with ART or the NF-
kB agonist; however, the inhibitory effect of ART on OGD/
R-injured SH-SY5Y cells was reversed by co-treatment
with ART and the NF-xB agonist (Figure 8a and b). The
transcription level of p65 did not differ among the groups
(Figure 8c). ART attenuates OGD/R injury by inhibiting
the NF-xB signaling pathway.

4 Discussion

Ischemic strokes cause severe disability and death, accounting
for approximately 87% of all stroke cases [19,32]. Extensive
studies have revealed that strokes cause complex cellular
biochemical events that ultimately result in necrosis, apop-
tosis, or autophagy in ischemic areas [24-26]. A compre-
hensive understanding of neuronal death during ischemic
brain injury facilitates the development of new therapies.
The pathogenesis of ischemic stroke includes excitatory
toxicity, oxidative stress, inflammatory responses, and
apoptosis [33]. There is increasing evidence that ART deri-
vatives participate in I/R injury. In this study, we investi-
gated the effects of ART on OGD/R-exposed SH-SY5Y cells.
The results indicated that ART increased the viability and

DE GRUYTER

decreased the apoptosis of SH-SY5Y cells exposed to OGD/
R in a dose-dependent manner.

The inflammatory response caused by leukocyte infil-
tration after cerebral ischemia plays an important role in
the occurrence and development of cerebral I/R injury
[34]. The inflammatory cascade after cerebral ischemia
is a dynamic process involving the interaction of various
cells in the ischemic area, which can cause a second
injury after cerebral ischemia. The damaged brain cells
produce a large number of platelet activating factors,
TNF, IL-6, and other inflammatory mediators after cere-
bral ischemia [35,36]. The regulatory effect of ART on
pro-inflammatory cytokine expression has been widely
reported. In LL37-induced rosacea-like mice, ART and
its derivatives significantly inhibited the expression of
pro-inflammatory factors (IL-1B, IL-6, and TNFa) and
TLR2 [37]. In OGD/R-exposed SH-SY5Y cells, our results
indicated that the secretion of inflammatory cytokines
TNF-a, IL-1B, and IL-6 was significantly increased, and
ART treatment inhibited the OGD/R-induced SH-SY5Y cell
inflammatory response. The secretion of TNF-a, IL-1B, and
IL-6 was inhibited by ART treatment in a dose-dependent
manner.

Oxidative stress mediated by ROS is another important
factor associated with cerebral I/R injury dysfunction.
Antioxidant therapy helps to reduce neuronal variability
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Figure 7: NF-kB agonist reverses the effects of ART on inflammation and oxidative stress of SH-SY5Y cells triggered by OGD/R exposure. SH-
SY5Y cells were pre-treated with 100 uM ART, an NF-kB antagonist, or 100 pM ART + NF-kB agonist for 2 h and then exposed to OGD/R. (a—c)
ELISA was used to determine the secretion of TNF-a, IL-1B, and IL-6 in the supernatant of SH-SY5Y cells. (d—g) Activities of SOD, CAT, and
GSH-Px and the level of MAD were determined. **p < 0.01 vs OGD/R; **p < 0.05, 0.01 vs OGD/R + ART.
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Figure 8: NF-kB agonist reverses the inhibitory effect of ART on the NF-kB signaling pathway in OGD/R-exposed SH-SY5Y cells. SH-SY5Y cells
were pre-treated with 100 uM ART, an NF-kB antagonist, or 100 yM ART + NF-kB agonist for 2 h and then exposed to OGD/R. (a) Protein
expressions of p-p65 and p65 were measured using western blotting. (b) p-p65/p65 ratio. (c) mRNA expression of p65 was determined via

RT-qPCR. **p < 0.01 vs OGD/R; *p < 0.05, 0.01 vs OGD/R + ART.

and improve neurological prognosis [38,39]. Thus, we exam-
ined oxidative stress in SH-SY5Y cells following exposure to
OGD/R. The levels of free radicals are difficult to measure
because of their relatively short half-lives. Therefore, the
activities of antioxidant enzymes, such as SOD, CAT, and
GSH-Px, and lipid peroxidation by-products, such as
MDA, can be used to indirectly evaluate the level of free
radicals [40]. In OGD/R-induced SH-SY5Y cells, the anti-
oxidant enzyme (SOD, CAT, and GSH-Px) activities were
significantly decreased, and the MAD level was signifi-
cantly increased. ART contains an endoperoxide bridge,
which makes it an antioxidant. The mechanism of killing
malaria parasites is related to the production of destructive
ROS induced by ART [41]. Our results revealed that ART
treatment could alleviate the inhibition of SOD, CAT, and
GSH-Px activities and decrease MAD levels induced by
OGD/R exposure in a dose-dependent manner.

NF-xB activation is involved in various cellular pro-
cesses, including the regulation of cell survival, apoptosis,
inflammation, and oxidative stress [42,43]. Moreover, NF-kB
plays an important role in I/R injury [9,14,16,44]. NF-kB
pathway is activated in cerebral I/R [45,46]. After cerebral
I/R, NF-xB downregulation can alleviate cerebral edema
and neurological dysfunction, and the NF-xB signaling
pathway plays an important role in ventricular remodeling
after myocardial infarction [16,47,48]. Matsui et al. found
that an NF-xB inhibitor could reduce I/R injury in animal
experiments [49]. In our study, p-p65 expression and the
P-p65/p65 ratio in OGD/R-exposed SH SY5Y cells were sig-
nificantly increased, and ART treatment could reduce p-p65
expression and the p-p65/p65 ratio in a dose-dependent
manner. NF-kB agonist treatment could significantly increase
the cell viability, decrease the apoptosis, and inhibit the

inflammatory response and oxidative stress of OGD/R-
exposed SH-SY5Y cells, suggesting that NF-xB is involved
in the regulation of OGD/R-induced cell proliferation,
apoptosis, inflammation, and oxidative stress. The NF-xB
agonist and ART have similar effects on OGD/R-exposed
SH-SY5Y cells. We then investigated whether the regula-
tion of ART in OGD/R-exposed SH SY5Y cells is related to
NF-xB pathway. As expected, all the effects of ART on
OGD/R-exposed SH SY5Y cells could be reversed by co-
treatment with an NF-xB agonist and ART.

Overall, ART protects neurons from OGD/R-induced
damage in vitro by inhibiting the NF-kB signaling pathway.
However, to make the effect of ART in cerebral ischemia
and reperfusion injury more convincing, in vivo investiga-
tions should be performed. This study did not study the
effect of ART in cerebral ischemia and reperfusion injury in
animal models, and this was a limitation of the present
study. We will delve into this in our next study.

5 Conclusion

We found that ART can significantly promote cell viabi-
lity and inhibit cell apoptosis, inflammatory response,
and oxidative stress in OGD/R induced SH SY5Y cells.
The effect of ART on OGD/R-exposed SH SY5Y cells is
achieved by inhibiting the NF-kB signaling pathway.
These results indicate that ART may be a potential agent
for the treatment of cerebral I/R injury.

Funding information: The present study was supported by
the Joint Guidance Project of Science and Technology Plan
of Qigihar (No. LHYD-2021016), and the Science Research



880 — Huilietal

Foundation of Education department of Heilongjiang
Province (No. 2021-KYYWF-0377).

Conflicts of interest: The authors declare that they have
no competing interests.

Data availability statement: The datasets used and/or
analyzed during the current study are available from
the corresponding author upon reasonable request.

References

[1] Brown GD. The biosynthesis of artemisinin (Qinghaosu) and
the phytochemistry of Artemisia annua L. (Qinghao).
Molecules. 2010;15(11):7603-98. doi: 10.3390/
molecules15117603.

[2] WangJ, Huang L, LiJ, Fan Q, Long Y, Li Y, et al. Artemisinin
directly targets malarial mitochondria through its specific
mitochondrial activation. PLoS One. 2010;5(3):e9582.
doi: 10.1371/journal.pone.0009582.

[3] HouHP, Zhang GP, Ma LN, Su P, Zhang ZX, Dai BQ, et al. Effects
and mechanism of action of artemisinin on mitochondria of
plasmodium berghei. Chin ] Integr Med. 2020;26(4):277-82.
doi: 10.1007/511655-019-3164-x.

[4] Bail,LiH,Li)J,Song], ZhouY, Liu B, et al. Inmunosuppressive
effect of artemisinin and hydroxychloroquine combination
therapy on IgA nephropathy via regulating the differentiation
of CD4 + T cell subsets in rats. Int Inmunopharmacol.
2019;70:313-23. doi: 10.1016/].intimp.2019.02.056.

[5] Lam NS, Long X, Su XZ, Lu F. Artemisinin and its derivatives
in treating helminthic infections beyond schistosomiasis.
Pharmacol Res. 2018;133:77-100. doi: 10.1016/
j.phrs.2018.04.025.

[6] Efferth T, Romero MR, Wolf DG, Stamminger T, Marin JJ,
Marschall M. The antiviral activities of artemisinin and artesu-
nate. Clin Infect Dis. 2008;47(6):804-11. doi: 10.1086/591195.

[7] Wong YK, Xu C, Kalesh KA, He Y, Lin Q, Wong WSF, et al.
Artemisinin as an anticancer drug: Recent advances in target
profiling and mechanisms of action. Med Res Rev.
2017;37(6):1492-517. doi: 10.1002/med.21446.

[8] Das AK. Anticancer effect of anti-malarial artemisinin com-
pounds. Ann Med Health Sci Res. 2015;5(2):93-102.
doi: 10.4103/2141-9248.153609.

[9] Tran KQ, Tin AS, Firestone GL. Artemisinin triggers a G1 cell
cycle arrest of human Ishikawa endometrial cancer cells and
inhibits cyclin-dependent kinase-4 promoter activity and
expression by disrupting nuclear factor-kB transcriptional
signaling. Anticancer Drugs. 2014;25(3):270-81. doi: 10.1097/
CAD.0000000000000054.

[10] Kumari K, Keshari S, Sengupta D, Sabat SC, Mishra SK.
Transcriptome analysis of genes associated with breast cancer
cell motility in response to Artemisinin treatment. BMC Cancer.
2017;17(1):858. doi: 10.1186/s12885-017-3863-7.

[11] Efferth T. Cancer combination therapies with artemisinin-type
drugs. Biochem Pharmacol. 2017;139:56-70. doi: 10.1016/
j.bcp.2017.03.019.

(12]

(13]

(15]

(16]

(17]

(18]

(19]

(20]

(21]

(23]

[24

(25]

DE GRUYTER

Kiani BH, Kayani WK, Khayam AU, Dilshad E, Ismail H, Mirza B.
Artemisinin and its derivatives: a promising cancer therapy.
Mol Biol Rep. 2020;47(8):6321-36. doi: 10.1007/s11033-020-
05669-z.

From the American Association of Neurological Surgeons
(AANS), American Society of Neuroradiology (ASNR),
Cardiovascular and Interventional Radiology Society of Europe
(CIRSE). Multisociety consensus quality improvement revised
consensus statement for endovascular therapy of acute
ischemic stroke. Int ) Stroke. 2018;13(6):612-32. doi: 10.1177/
1747493018778713.

Wang KS, Li J, Wang Z, Mi C, Ma J, Piao LX, et al. Artemisinin
inhibits inflammatory response via regulating NF-kB and MAPK
signaling pathways. Immunopharmacol Immunotoxicol.
2017;39(1):28-36. doi: 10.1080/08923973.2016.1267744.
Cheong DHJ, Tan DWS, Wong FWS, Tran T. Anti-malarial drug,
artemisinin and its derivatives for the treatment of respiratory
diseases. Pharmacol Res. 2020;158:104901. doi: 10.1016/
j.phrs.2020.104901.

Gu Y, Wang X, Wang X, Yuan M, Wu G, Hu }, et al. Artemisinin
attenuates post-infarct myocardial remodeling by down-reg-
ulating the NF-kB pathway. Tohoku | Exp Med.
2012;227(3):161-70. doi: 10.1620/tjem.227.161.

Wang F, Gao Q, Yang J, Wang C, Cao J, Sun J, et al. Artemisinin
suppresses myocardial ischemia-reperfusion injury via NLRP3
inflammasome mechanism. Mol Cell Biochem.
2020;474(1-2):171-80. doi: 10.1007/s11010-020-03842-3.
Zhao X, Fang ], Li S, Gaur U, Xing X, Wang H, et al. Artemisinin
attenuated hydrogen peroxide (H,0,)-induced oxidative injury
in SH-SY5Y and hippocampal neurons via the activation of
AMPK pathway. Int J Mol Sci. 2019;20(11):2680. doi: 10.3390/
ijms20112680.

Cuartero MI, de la Parra J, Garcia-Culebras A, Ballesteros I,
Lizasoain I, Moro MA. The kynurenine pathway in the acute and
chronic phases of cerebral ischemia. Curr Pharm Des.
2016;22(8):1060-73. doi: 10.2174/
1381612822666151214125950.

Wang T, Zhu L, Liu H, Yu G, Guo Y. Picroside Il protects SH-SY5Y
cells from autophagy and apoptosis following oxygen glucose
deprivation/reoxygen injury by inhibiting JNK signal pathway.
Anat Rec (Hoboken). 2019;302(12):2245-54. doi: 10.1002/
ar.24214.

Kraft P, De Meyer SF, Kleinschnitz C. Next-generation anti-
thrombotics in ischemic stroke: preclinical perspective

on ‘bleeding-free antithrombosis.’ ] Cereb Blood

Flow Metab. 2012;32(10):1831-40. doi: 10.1038/
jcbfm.2012.108.

Vivien D, Gauberti M, Montagne A, Defer G, Touzé E. Impact of
tissue plasminogen activator on the neurovascular unit: from
clinical data to experimental evidence. ] Cereb Blood Flow
Metab. 2011;31(11):2119-34. doi: 10.1038/jcbfm.2011.127.
Yellon DM, Hausenloy DJ. Myocardial reperfusion injury. N Engl
J Med. 2007;357(11):1121-35. doi: 10.1056/NEJMra071667.
Zille M, Farr TD, Przesdzing I, Miiller ), Sommer C, Dirnagl U,
et al. Visualizing cell death in experimental focal cerebral
ischemia: promises, problems, and perspectives. ) Cereb Blood
Flow Metab. 2012;32(2):213-31. doi: 10.1038/jcbfm.2011.150.
Qin AP, Liu CF, Qin YY, Hong LZ, Xu M, Yang L, et al. Autophagy
was activated in injured astrocytes and mildly decreased cell
survival following glucose and oxygen deprivation and focal



DE GRUYTER

(26]

(27]

(28]

(29]

(30]

(32]

(33]

(34]

(35]

(36]

(37]

cerebral ischemia. Autophagy. 2010;6(6):738-53.

doi: 10.4161/auto.6.6.12573.

Bredesen DE, Rao RV, Mehlen P. Cell death in the nervous
system. Nature. 2006;443(7113):796-802. doi: 10.1038/
nature05293.

Zhang Y, ZhangY, Jin XF, Zhou XH, Dong XH, Yu WT, et al. The
role of astragaloside IV against cerebral ischemia/reperfusion
injury: suppression of apoptosis via promotion of P62-LC3-
autophagy. Molecules. 2019;24(9):1838. doi: 10.3390/
molecules24091838.

Cui Y, Wang JQ, Shi XH, Wang YY, Liu HY, Li Z, et al. Nodal
mitigates cerebral ischemia-reperfusion injury via inhibiting
oxidative stress and inflammation. Eur Rev Med Pharmacol
Sci. 2019;23(13):5923-33. doi: 10.26355/
eurrev_201907_18337.

Dai Y, Zhang H, Zhang |, Yan M. Isoquercetin attenuates
oxidative stress and neuronal apoptosis after ischemia/
reperfusion injury via Nrf2-mediated inhibition of the NOX4/
ROS/NF-kB pathway. Chem Biol Interact. 2018;284:32-40.
doi: 10.1016/j.cbi.2018.02.017.

Wang J, Wang A, He H, She X, He Y, Li S, et al. Trametenolic acid
B protects against cerebral ischemia and reperfusion injury
through modulation of microRNA-10a and PI3K/Akt/mTOR
signaling pathways. Biomed Pharmacother. 2019;112:108692.
doi: 10.1016/j.biopha.2019.108692.

Yuan X, LiJ, Li Y, Deng Z, Zhou L, Long J, et al. Artemisinin, a
potential option to inhibit inflammation and angiogenesis

in rosacea. Biomed Pharmacother. 2019;117:109181.

doi: 10.1016/j.biopha.2019.109181.

Wu Z, Wu P, Zuo X, Yu N, Qin Y, Xu Q, et al. LncRNA-N1LR
enhances neuroprotection against ischemic stroke probably
by inhibiting p53 phosphorylation. Mol Neurobiol.
2017;54(10):7670-85. doi: 10.1007/512035-016-0246-z.
Khoshnam SE, Winlow W, Farbood Y, Moghaddam HF,
Farzaneh M. Emerging roles of microRNAs in ischemic stroke:
as possible therapeutic agents. ] Stroke. 2017;19(2):166-87.
doi: 10.5853/j0s.2016.01368.

Yin K), Deng Z, Huang H, Hamblin M, Xie C, Zhang J, et al. miR-
497 regulates neuronal death in mouse brain after transient
focal cerebral ischemia. Neurobiol Dis. 2010;38(1):17-26.
doi: 10.1016/j.nbd.2009.12.021.

Lin L, Wang X, Yu Z. Ischemia-reperfusion injury in the brain:
mechanisms and potential therapeutic strategies. Biochem
Pharmacol (Los Angel). 2016;5(4):213. doi: 10.4172/2167-
0501.1000213.

Pan J, Konstas AA, Bateman B, Ortolano GA, Pile-Spellman ).
Reperfusion injury following cerebral ischemia: pathophy-
siology, MR imaging, and potential therapies. Neuroradiology.
2007;49(2):93-102. doi: 10.1007/s00234-006-0183-z.
Kuroda S, Siesjo BK. Reperfusion damage following focal
ischemia: pathophysiology and therapeutic windows. Clin
Neurosci. 1997;4(4):199-212.

(38]

(39]

(40]

(41]

(42]

(43]

(44]

(45]

(46]

(47]

(48]

(49]

Protective effect of artemisinin on cerebral ischemia and reperfusion injury =— 881

Yuan X, Li J, Li Y, Deng Z, Zhou L, Long J, et al. Artemisinin,

a potential option to inhibit inflammation and angiogenesis
in rosacea. Biomed Pharmacother. 2019;117:109181.

doi: 10.1016/j.biopha.2019.109181.

Loboda A, Damulewicz M, Pyza E, Jozkowicz A, Dulak J. Role of
Nrf2/HO-1 system in development, oxidative stress response
and diseases: an evolutionarily conserved mechanism. Cell
Mol Life Sci. 2016;73(17):3221-47. doi: 10.1007/s00018-016-
2223-0.

Lu H, Wang B, Cui N, Zhang Y. Artesunate suppresses oxidative
and inflammatory processes by activating Nrf2 and ROS-
dependent p38 MAPK and protects against cerebral ischemia-
reperfusion injury. Mol Med Rep. 2018;17(5):6639-46.

doi: 10.3892/mmr.2018.8666.

Atmaca M, Kuloglu M, Tezcan E, Ustundag B. Antioxidant
enzyme and malondialdehyde levels in patients with social
phobia. Psychiatry Resh. 2008;159(1-2):95-100. doi: 10.1016/
j-psychres.2002.12.004.

Mercer AE. The role of bioactivation in the pharmacology and
toxicology of the artemisinin-based antimalarials. Curr Opin
Drug Discov Devel. 2009;12(1):125-32.

Tobon-Velasco JC, Cuevas E, Torres-Ramos MA. Receptor for
AGEs (RAGE) as mediator of NF-kB pathway activation in neu-
roinflammation and oxidative stress. CNS Neurol Disord

Drug Targets. 2014;13(9):1615-26. doi: 10.2174/
1871527313666140806144831.

Mitchell S, Vargas |, Hoffmann A. Signaling via the NF-kB
system. Wiley Interdiscip Rev Syst Biol Med.
2016;8(3):227-41. doi: 10.1002/wsbm.1331.

Xie W, Zhu T, Dong X, Nan F, Meng X, Zhou P, et al. HMGB1-
triggered inflammation inhibition of notoginseng leaf triter-
penes against cerebral ischemia and reperfusion injury via
MAPK and NF-kB signaling pathways. Biomolecules.
2019;9(10):512. doi: 10.3390/biom9100512.

Liang W, Lin C, Yuan L, Chen L, Guo P, Li P, et al. Preactivation
of Notch1in remote ischemic preconditioning reduces cerebral
ischemia-reperfusion injury through crosstalk with the NF-kB
pathway. ] Neuroinflammation. 2019;16(1):181.

doi: 10.1186/512974-019-1570-9.

Liang W, Lin C, Yuan L, Chen L, Guo P, Li P, et al. Preactivation
of Notch1 in remote ischemic preconditioning reduces cerebral
ischemia-reperfusion injury through crosstalk with the NF-«xB
pathway. ) Neuroinflam. 2019;16(1):181. doi: 10.1186/512974-
019-1570-9.

Li W, Suwanwela NC, Patumraj S. Curcumin by down-regu-
lating NF-kB and elevating Nrf2, reduces brain edema and
neurological dysfunction after cerebral I/R. Microvasc Res.
2016;106:117-27. doi: 10.1016/j.mvr.2015.12.008.

Matsui N, Kasajima K, Hada M, Nagata T, Senga N, Yasui Y,
et al. Inhibiton of NF-«kB activation during ischemia reduces
hepatic ischemia/reperfusion injury in rats. J Toxicol Sci.
2005;30(2):103-10. doi: 10.2131/jts.30.103.



	1 Introduction
	2 Material and methods
	2.1 Cell culture and reagent
	2.2 Cell treatment
	2.3 Cell proliferation ability
	2.4 LDH release cell death assay
	2.5 Flow cytometry analysis of cell apoptosis
	2.6 Caspase-3 activity detection
	2.7 Western blot analysis
	2.8 Determination of superoxide dismutase (SOD), catalase (CAT), and glutathione peroxidase (GSH-Px) activities
	2.9 Malondialdehyde (MDA) detection
	2.10 Enzyme-linked immunosorbent assay (ELISA)
	2.11 Reverse transcription quantitative-PCR (RT-qPCR)
	2.12 Statistical analysis

	3 Results
	3.1 Cytotoxicity of ART to SH-SY5Y cells
	3.1.1 ART protects SH-SY5Y cells from OGD/R-induced injuries
	3.1.2 ART protects SH-SY5Y cells from OGD/R-induced injury by inhibiting the NF-&#x03BA;B signaling pathway


	4 Discussion
	5 Conclusion
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (None)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (ISO Coated)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 524288
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 150
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org?)
  /PDFXTrapped /False

  /CreateJDFFile false
  /SyntheticBoldness 1.000000
  /Description <<
    /POL (Versita Adobe Distiller Settings for Adobe Acrobat v6)
    /ENU (Versita Adobe Distiller Settings for Adobe Acrobat v6)
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [2834.646 2834.646]
>> setpagedevice


