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ABSTRACT: Cordycepin (3-deoxyadenosine) is an adenosine analogue isolated from Cordyceps sinensis, which is a Chinese
herbal medicine known to have many benefits, including adjustment of the physical condition, an anticancer effect, and
enhancement of sexual performance. It was previously demonstrated that cordycepin could simultaneously activate
steroidogenesis and apoptosis in MA-10 mouse Leydig tumor cells. However, the mechanism remains elusive. Thus, aim of
the present study was to investigate the steroidogenic and apoptotic mechanism of cordycepin in MA-10 cells. MA-10 cells were
treated with cordycepin at various dosages and time courses plus different protein kinase inhibitors. Steroid production, protein
expression, and cell viability were then determined. Results illustrated that cordycepin stimulated MA-10 cell steroidogenesis in
dose- and time-dependent relationships. However, cordycepin could not induce steroidogenic acute regulatory (StAR) protein
expression. However, cordycepin did activate the phospholipase C/protein kinase C (PLC/PKC), but not PKA and PI3K,
pathway to induce MA-10 cell steroidogenesis. Moreover, cordycepin could stimulate the phosphorylation of PKC, extracellular
signal-regulated kinase 1/2 (ERK1/2), and c-Jun N-terminal kinase (c-JNK), but not p38, in MA-10 cells. In addition, cordycepin
could activate the PKC pathway to induce MA-10 cell death, and this death effect was not caused by cordycepin-stimulated
progesterone from MA-10 cells. In conclusion, cordycepin stimulated intracellular PLC/PKC and MAPK signal transduction
pathways to induce steroidogenesis and cell death in MA-10 mouse Leydig tumor cells.
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B INTRODUCTION (JNK), and p38, has been shown with the stimulatory effects
. . 911 . -
Cordycepin (3’-deoxyadenosine) is an adenosine derivative on steroidogenesis. However, other investigations have
purified from Cordyceps sinensis." It has been illustrated that demonsgated the inhibitory effects of MAPKs on steroido-
cordycepin acts as polyadenylation inhibitor to terminate genesis. ~ Studies also show that the PKC signaling pathway

transcriptional elongation by preventing the addition of a can be activated by diacylglyceride (DAG), phosphohpase C
poly(A) tail to nuclear RNA in HeLa cells.” In fact, studies have (PLC), and Ca’ to regulate Leydig cell steroidogenesis. 13

also demonstrated its multiple pharmacological actions, such as We have previously demonstrated that cordycepin could not
immune system activation, antioxidation activity, and antitumor induce StAR promoter and StAR protein expressions in MA-10
effect.’™ Previously, we demonstrated that cordycepin could cells,” and this phenomenon was confirmed again in the present
act through adenosine receptors (Al, A2a, and A3) to activate study. Thus, it is possible that cordycepin might activate MAPK
steroidogenic acute regulatory (StAR) protein expression and and/or PKC pathways without activating the PKA/StAR
to stimulate stero1dogene51s in normal mouse Leydig cells in protein cascade to induce steroidogenesis in MA-10 cells. We,

vitro and in vivo. Correspondmgly, the stimulatory effect of
cordycepin in ster01dogene51s could also be observed in MA-10
mouse Leydig tumor cells.” However, cordycepin could activate
adenosine receptor without stimulating StAR protein ex-
pression to up-regulate MA-10 cell steroidogenesis.”
Steroidogenesis in Leydig cells can be regulated by various
signal transduction pathways, including cAMP/protein kinase A
(PKA), mitogen-activated protein kinase, and protein kinase C
(PKC) signaling pathways.* ' These kinases can modulate
cellular processes by protein phosphorylation. In fact, it is well-
established that StAR protein is essential for steroidogenesis

therefore, treated MA-10 cells with cordycepin plus various
kinase inhibitors and used radioimmunoassay and Western
blotting to determine which pathway would be activated.
Moreover, we have found that cordycpin could induce MA-10
cell apoptosis through the activation of adenosine receptor and
caspase cascade.”'* However, the intracellular signal trans-
duction pathway upstream of the caspase cascade mediated by
cordycepin in MA-10 cells remains unclear. Thus, an MTT cell
viability assay was performed with the treatment of cordycepin

and that extracellular regulating kinase (ERK) 1/2 phosphor- Received: December 23, 2011
ylation driven by mitochondrial PKA could promote StAR Revised:  April 14, 2012
protein activation and then steroidogenesis.” Besides, the family Accepted: April 18, 2012

of MAPKs, including ERK, cJun NH(2)-terminal kinase Published: April 18, 2012
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plus various kinase inhibitors to elucidate the possible apoptotic
mechanism.

Some studies have demonstrated that progesterone has the
anticancer activity in breast cancer cell lines.'> Other studies
also demonstrate that progesterone could up—re%ulate pS3 gene
expression and cause ovarian cancer apoptosis. ° It is possible
that progesterone, produced from cordycepin-activated MA-10
cells, might induce MA-10 cell death. To demonstrate whether
tumor cell death effect is actually induced by cordycepin but
not progesterone, different concentrations of progesterone
were used to treat MA-10 cells to confirm the exact action of
cordycepin on MA-10 cell death phenomenon.

B MATERIALS AND METHODS

Chemicals. Cordycepin, H89, GF109203X, wortmannin, U73122,
U0126, SP600125, SB202190, PD98059, sodium orthovanadate,
Waymouth MB 752/1 medium, bovine serum albumin (BSA),
chorionic gonadotropin from human (hCG) (potency = 10000 IU/
g), and 3-[4,5-dimethylthiazol-2-yl]-2,5-diphenyltetrazolium bromide
(MTT) were purchased from Sigma Chemical (St. Louis, MO, USA).
Donkey anti-rabbit and anti-mouse IgG conjugated with horseradish
peroxidase were purchased from Amersham International (Arlington
Heights, IL, USA). Antibody against f-actin, phospho-PKC (pan)
(/Thrsiay ERK1/2, phospho-ERK1/21,200/7yr204) JNK/SAPK, phos-
pho-JNK/SAPK 1p,,183/yr1ss)y P38 MAP kinase, and phospho-
P38(Thr1so/Tyr1s2) MAPK were purchased from Cell Signaling (Beverly,
MA, USA). Antibody against StAR was a generous gift from Dr.
Strauss (University of Pennsylvania Medical Center, Philadelphia, PA,
USA). Progesterone [1,2,6,7> (N)]- (90—115 Ci/mmol or 3.33—
4255 TBq/mmol) used for radioimmunoassay was purchased from
PerkinElmer Inc. (Boston, MA, USA). Antiserum to progesterone was
a kind gift from Dr. Paulus S. Wang (National Yang Ming University,
Taipei, Taiwan, Republic of China).

Cell Culture. MA-10 mouse Leydig tumor cells were a gift from Dr.
Mario Ascoli (Department of Pharmacology, University of Iowa, Iowa
City, IA, USA). MA-10 cells were grown in modified Waymouth’s MB
752/1 medium containing 24 mM Hepes, 1.12 g/L NaHCO;
supplemented with 10% fetal bovine serum, and 0.04 g/L gentamicin
sulfate. Cells were maintained at 37 °C in a humidified environment
containing 95% air and 5% CO, for all of the following experiments.
Cells with a starting density of 2 X 10* cells per well were plated onto
96-well plates and grown to 80—90% confluence over a period of
approximately 24 h. After the incubation time, media were collected
and stored at —20 °C until assayed for progesterone by radioimmuno-
assay (RIA), and cells were lysed with lysis buffer (50 mM Tris base,
150 mM NaCl, 1% NP40, 0.1% SDS, and 5% deoxychloride acid)
containing 1% protease inhibitor cocktail and then saved for protein
quantification.

Morphological Study. MA-10 cells were seeded at a concen-
tration of 6 X 10° cells in a 6 cm Petri dish (Techno Plastic Products
AG, Trasadingen, Switzerland) supplemented with 2 mL of serum
medium. After reaching 70—80% confluence, cells were treated
without or with 100 uM cordycepin and different concentrations of
progesterone for 12 h, respectively. Cell morphology was then
observed and recorded under a light microscope (Olympus CK40,
Hamburg, Germany). Apoptosis was characterized by the loss of
cellular contact with the matrix and the appearance of plasma
membrane blebbing.”

RIA. Media from cell cultures with different treatments were
harvested. Twenty microliters of sample was loaded into a glass tube,
and 100 pL each of progesterone antiserum and *H progesterone were
loaded in at 37 °C for 30 min. The reaction was stopped by putting
the tubes in ice for 3 min. Charcoal solution (100 uL at 2.5 g/L PBS)
was added into the tubes at 4 °C for 15 min and centrifuged for 10
min to spin down the charcoal-*H progesterone complex.'”
Approximately 250 uL of the supernatant was poured into 2 mL of
scintillation fluid, and samples were counted in a -counter for 2 min.

4906

MTT Cell Viability Assay. Methylthiazoletetrazolium assay was
employed to determine cell viability with the treatment of cordycepin.
MA-10 cells were seeded in a 96-well plate (Techno Plastic Products
AG) with 1 X 10* cells in 100 yL of serum medium in each well. After
reaching 70—80% confluence, cells were treated with cordycepin and/
or various kinase inhibitors. MTT was added with a final concentration
of 0.5 mg/mL and then incubated for 4 h at 37 °C. The medium was
removed, and DMSO (100 L) was added into each well to dissolve
the crystals by shaking the plate gently for 20 min in the dark. The
absorbance (optical density, OD) values in each treatment were then
determined at 4 = 570 nm by an ELISA Microplate Reader (VersaMax,
Molecular Devices Corp., Sunnyvale, CA, USA). All dosages of protein
kinase inhibitors used in the present studies were tested, showing no
effect on cell viability of MA-10 cells.”

Immunoblot Analysis. MA-10 cells (2.5 X 10°) were cultured in a
3.5 cm dish. After reaching 70—80% confluence, cells were treated with
cordycepin and/or various kinase inhibitors. After treatments, cells
were rinsed with cold PBS and harvested by using 30 uL of lysis buffer
(50 mM Tris-base, 150 mM NaCl, 1% w/v NP40, 0.1% w/v SDS,
0.5% v/v deoxychloride acid, and 1 mM PMSF). The cell lysate was
subjected to centrifugation at 12000g for 20 min at 4 °C. The
supernatant, which contained cell protein, was collected and stored at
—20 °C until use. The protein concentration of the crude cell lysate
was determined according to the Lowry method. Immunoblot analysis
was performed as previously described.*'” In brief, total protein was
solubilized in 1X SDS sample buffer and loaded on a 12.5% SDS-
PAGE. Electrophoresis was performed in SDS-PAGE running buffer
(24 mM Tris-HC], 0.19 M glycine, 0.5% SD, pH 8.3). The proteins
were transferred to polyvinylidence difluoride (PVDF) membranes in
transfer buffer (20 mM Tris-HCl, 150 mM glycine, 10% methanol,
0.01% SDS). The PVDF membrane with transferred protein was
soaked in 100% methanol for 10 s and air-dried for 30 min for
blocking and then incubated in freshly prepared 5% skimmed milk
containing the primary antibodies, including anti-StAR, anti-p38
MAPK, antiphospho-p38 MAPK, anti-ERK1/2, antiphospho-ERK1/
2, anti-JNK/SAPK, and antiphospho-JNK/SAPK, for 16—18 h at 4 °C.
After three washings with PBS containing 0.5% Tween-20 for 30 min,
the target protein signal in PVDF membrane was detected with 1:4000
dilution of horseradish peroxidase-conjugated secondary antibody and
then visualized by enhanced chemiluminescence (ECL) detection kit
(PerkinElmer Inc.). Proteins of interest were quantitated by UVP EC3
(UVP, Upland, CA, USA) computer-assisted image analysis system
with Labworks software version 4.6 (UVP). The amount of f-actin (43
kDa) in each lane was also detected as a control to normalize the
expression of StAR, p38, ERK1/2, and JNK proteins.

Statistical Analysis. All data were expressed as the mean + SEM
of at least three independent experiments. Statistically significant
differences between control and treatments were determined by one-
way analysis of variance (ANOVA) and then the least significant
difference (LSD) analysis. Statistical significance was set at p < 0.0S.

B RESULTS

Time and Dose Effects of Cordycepin on Progester-
one Production in MA-10 Cells. To test the hypothesis that
cordycepin could induce Leydig cell steroidogenesis, MA-10
mouse Leydig tumor cells were incubated with different
dosages of cordycepin (1 nM—100 uM) for 0, 3, 6, 12, and
24 h, respectively. Figure 1A demonstrates that MA-10 cell
steroidogenesis was significantly induced by 100 uM
cordycepin after 12 and 24 h treatments, respectively (p <
0.05). The progesterone production induced by 100 uM
cordycepin was 3-fold higher compared to control (46.2 + 9.8
vs 196.7 & 39.2 pg/ug protein and 52.1 + 3.3 vs 167.6 + 20.6
pg/ug protein for 12 and 24 h treatments, respectively; p <
0.01). To determine the optimal concentration of cordycepin
inducing Leydig cell steroidogenesis within 12 h, the
concentrations were further subdivided from 10 uM to 1
mM. As Figure 1B illustrates, the progesterone production
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Figure 1. Time and dose effect of cordycepin on progesterone
production in MA-10 cells. Cells were treated without (control) or
with different dosages of cordycepin (1 nM—100 M) for 0—24 h (A)
or with different dosages of cordycepin (10 uM—1 mM) for 12 h (B).
The treatment of hCG (100 ng/mL) was the positive control. Media
were collected and assayed for progesterone production by RIA. Each
column represents the mean + SEM of three independent experiments
in triplicate of each treatment. * above the bar indicates significant
difference compared to control in each specific time treatment (p <
0.05).

gradually elevated as cordycepin concentration increased (60—
200 uM) at 12 h in MA-10 cells. Once the cordycepin
concentration increased to 400 uM, the stimulatory effects were
reduced to control level. According to the above results, 100
UM cordycepin with a 12 h treatment was then used to
investigate the mechanism regarding the cellular signal
transduction pathway.

Effects of Cordycepin on StAR Protein Expression in
MA-10 Cells. To investigate whether cordycepin would
regulate StAR protein expression, MA-10 cells were incubated
in the presence or absence of cordycepin (100 uM) for
different time durations (0, 1, 3, 6, 12, and 24 h). Cell lysate
was collected and StAR protein expression was investigated by
immunoblot analysis. Data showed that cordycepin could not
increase StAR protein expression under 0—6 h (Figure 2A) or
6—24 h (Figure 2B) treatments (p > 0.05). However, inhibiting
MEK1/2 expression by PD98059 and U0126 (Figure 2C)
could significantly induce 5-fold higher StAR protein expression
compared to control in MA-10 cells (p < 0.05). Furthermore,
when cells were preincubated with these MEK inhibitors prior
to the addition of cordycepin, there was an elevation in the
production of StAR protein compared to cordycepin alone
treatment (Figure 2C). Similar results were obtained where
PD98059 and U0126 could dramatically increase hCG-induced
StAR protein expression (p < 0.05; Figure 2C). Thus, the ERK
cascade may negatively regulate steroidogenesis, and this can be
explained by the attenuation of StAR protein expression in MA-
10 cells.
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Figure 2. Effect of MEK1/2, ERK1/2, and JNK inhibitors with or
without cordycepin and hCG on StAR protein expression in MA-10
cells. MA-10 cells were treated without (control) or with 100 M
cordycepin alone for 0, 1, 3, and 6 h (A) or for 6, 12, and 24 h (B),
respectively. In addition, panel C illustrates that MA-10 cells were
preincubated with U0126 (MEK1/2 inhibitor, 20 uM; U0), PD98059
(ERK1/2 inhibitor, 50 uM; PD), or SP600125 (JNK inhibitor, 500
nM; SP) for 30 min and then treated without (control) or with 100
UM cordycepin and 100 ng/mL hCG, respectively, in the presence of
specific inhibitor for 12 h. StAR protein specific bands were then
detected by Western blotting. Each upper panel illustrates a
representative Western blot of MA-10 cell StAR protein expression
in response to cordycepin treatment, which was repeated at least three
times. The integrated optical densities of StAR protein (30 kDa) after
normalization with f-actin (43 kDa) in each lane using Labworks
imaging software are demonstrated in the lower panels. Each column
represents the mean + SEM of three independent experiments.
Different letters (a—c) above the bar indicate the significant differences
of StAR protein expression level among each treatment (p < 0.05) (C,
Cordy. = cordycepin).

Effects of PKA, PI3K, PKC, PLC, and IP;-Ca?* Protein
Kinase Inhibitors on Cordycepin-Activated Progester-
one Production in MA-10 Cells. Selective protein kinase
inhibitors were used to determine the possible signal
transduction pathway activating Leydig cell steroidogenesis.
Cells were preincubated with H89 (PKA inhibitor), wortman-
nin (PI3K inhibitor), GF109203X (PKC inhibitor), U73122
(PLC inhibitor), and sodium orthovanadate (IP*-induced Ca**
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release inhibitor) for 30 min and then cotreated with
cordycepin (100 uM) for another 12 h. Results elucidated
that GF109203X (1 nM—1 uM; Figure 3A), U73122 (5—40
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Figure 3. Dose effect of GF109203X, U73122, and sodium
orthovanadate on cordycepin-activated progesterone production in
MA-10 cells. Cells were preincubated with GF109203X (PKC
inhibitor, 1 nM—2 uM; GEX) (A), U73122 (PLC inhibitor, S
uM~40 uM) (B), and sodium orthovanadate (IP*-induced Ca®*
release inhibitor, 10—40 uM; SO) (C) for 30 min and then treated
without (control) or with 100 yM cordycepin in the presence or
absence of inhibitors for 12 h. Media were collected and assayed for
progesterone production by RIA. Each column represents the mean +
SEM of three experiments in triplicate of each treatment. # above the
bar indicates significant difference between control and cordycepin
treatment (p < 0.05). * above the bar indicates significant difference
between cordycepin and cotreatment groups (p < 0.0S).

uM; Figure 3B), and sodium orthovanadate (10—40 uM;
Figure 3C) alone had no effect on cordycepin-activated
progesterone production in MA-10 cells (p > 0.05).
Interestingly, GF109203X (1 uM) significantly inhibited
cordycepin-activated progesterone production about 79% in
MA-10 cells (p < 0.05; Figure 3A). Similar inhibitory effects
were observed after U73122 (20 uM; 96.7% decrease) or
sodium orthovanadate (40 uM; 67.6% decrease) co-incubation
with cordycepin for 12 h of treatment (Figure 3, panels B and
C, respectively). H89 and wortmannin did not inhibit
cordycepin-activated steroidogenesis after 12 h of treatment
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(p > 0.0S; data not shown). Here, we demonstrated that PLC/
PKC pathways were involved in the steroidogenic effect of
cordycepin in MA-10 cells. The intracellular IP;—Ca?* channel
could also participate in the stimulatory effect induced by
cordycepin in MA-10 cells.

Effects of MAPK Kinase Inhibitors on Cordycepin-
Activated Progesterone Production in MA-10 Cells. The
mitogen-activated protein kinases (MAPKs) signaling cascade
has been implicated in the regulation of steroidogenesis.'®
Therefore, the involvement of MAPKs in cordycepin-activated
steroidogenesis was also investigated in the present study. Cells
were preincubated with SB202190 (p38 inhibitor), SP600125
(JNK inhibitor), or U0126 (MEK1/2 inhibitor) for 30 min and
then co-incubated with cordycepin (100 yM) for another 12 h.
As shown in Figure 4A, SB202190 (1-25 uM) did not show
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Figure 4. Dose effects of SB202190, SP60012S, and U0126 on
cordycepin-activated progesterone production in MA-10 cells. Cells
were preincubated with SB202190 (p38 inhibitor, 1—-25 uM; SB) (A),
SP600125 (JNK inhibitor, 20—500 nM; SP) (B), and U0126 (MEK1/
2 inhibitor, 1-20 uM) (C) for 30 min and then treated without
(control) or with 100 uM cordycepin in the presence or absence of
inhibitors for 12 h. Media were collected and assayed for progesterone
production by RIA. Each column represents the mean + SEM of three
experiments in triplicate of each treatment. # above the bar indicates
significant difference between control and cordycepin treatment (p <
0.05). * above the bar indicates significant difference between
cordycepin and cotreatment groups (p < 0.05).
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any inhibitory effect on cordycepin-induced steroidogenesis
after 12 h of incubation (p > 0.05). In addition, JNK inhibitor
(SP600125; 20—500 nM) had no effect by itself on
progesterone production in MA-10 cells (Figure 4B). However,
when cells were incubated with SP600125 (500 nM) for 30 min
prior to cordycepin induction, there was a 3-fold (p < 0.05)
increase in cordycepin-activated progesterone production
(Figure 4B). Similar to the JNK inhibitor, U0126 (10—20
uM) significantly increased 2—3-fold (p < 0.0S) cordycepin-
activated progesterone production in MA-10 cells (Figure 4C).
Thus, in MA-10 cells, cordycepin caused a significant elevation
of progesterone production after 12 h, which was dramatically
amplified by the addition of SP600125 and U0126. Taken
together, we demonstrated that the involvement of MAPKs,
especially JNK and ERK1/2, may play inhibitory roles in
cordycepin-induced steroidogenesis in MA-10 cells.

Effect of Cordycepin on p38, JNK, and ERK1/2 Protein
Expressions and PKC Phosphorylation in MA-10 Cells.
The expression of MAPKs and their phosphorylation forms
were determined by Western blotting. The changes of p38
protein phosphorylation could not be detected after cordycepin
treatment for S—60 min (p > 0.05; Figure SA). Conversely, the
phosphorylation of JNK (Figure SB), ERK1/2 (Figure SC),
and PKC (Figure 6A) could be significantly detected after
cordycepin treatment for 15—30 min (p < 0.05). Moreover, the
blocking of PKC by GF109203X could further increase the
phosphorylation of ERK1/2 about 3-fold compared to
cordycepin alone treatment (Figure 6) (p < 0.05), suggesting
that PKC might decrease ERK1/2 phosphorylation to regulate
intracellular protein expression and then regulate Leydig cell
steroidogenesis. Taken together, these results showed that
StAR protein might not play a major role in regulating the
cordycepin-activated steroidogenesis. However, PKC and
ERK1/2 phosphorylations may contribute to the stimulatory
and inhibitory effects in MA-10 cell steroidogenesis, respec-
tively. Figure 6B also demonstrated that a MEK1/2 inhibitor,
U0126, did suppress ERK1/2 phosphorylation with cordycepin
and hCG treatments, respectively, as a negative control in MA-
10 cells (Figure 6B) (p < 0.05).

Effect of Cordycepin and Different Protein Kinase
Inhibitors on Cell Viability in MA-10 Cells. We have
demonstrated that cordycepin has antitumor activity in OEC-
M1 esophageal carcinoma and MA-10 mouse Leydig tumor cell
lines.'"”*® In this study, we again observed the effect that
cordycepin decreased MA-10 cell viability in dose-dependent
(10 nM—1 mM) and time-dependent (0, 1, 3, 6, 12, and 24 h)
relationships. Figure 7A illustrates that 100 yM cordycepin
significantly decreased MA-10 cell viability to 83, 63, and 41%
after 6, 12, and 24 h of treatment, respectively (p < 0.001).
With higher concentration of cordycepin (1 mM), MA-10 cell
death could be observed as early as in 3 h of treatment, and the
MA-10 cell viability decreased to 77, 65, 36, and 19% after 3, 6,
12, and 24 h of treatment, respectively (p < 0.001). These
results confirmed the tumor cell death effect of cordycepin on
MA-10 mouse Leydig tumor cells. We illustrated that the PLC/
IP;—Ca®*/PKC pathway was involved in the steroidogenic
effect of cordycepin in MA-10 cells. It is possible that PKC and
other related signal transduction pathways were involved to
induce MA-10 cell apoptosis by cordycepin. Thus, we used
different protein kinase inhibitors with cordycepin treatment by
MTT assay to examine which specific signal pathway would be
activated to affect MA-10 cell viability. Figure 7B showed that
cordycepin (100 uM) alone significantly reduced MA-10 cell
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Figure 5. Time course effect of cordycepin on phospho-p38,
phosphor-JNK, and phospho-ERK1/2 protein expressions in MA-10
cells. After serum starvation for 12 h, cells were incubated in the
presence or absence of 100 M cordycepin for different times (5, 15,
30, and 60 min). phospho-p38 (A), phospho-JNK (B), and phospho-
ERK1/2 (C) protein specific bands were then detected by Western
blotting. Each upper panel illustrates a representative Western blot of
MA-10 cell protein expression in response to cordycepin treatment.
Immunoblot represents the observations from a single experiment
repeated three times. The integrated optical densities of phospho-p38,
phospho-JNK, and phospho-ERK1/2 after normalization with f-actin
(43 kDa) in each lane using Labworks imaging software are
demonstrated in the lower panels. Each column represents the mean
+ SEM of three independent experiments. * above the bar indicates
the significant differences between control and treatment in each
specific time point (p < 0.05).

viability to 68% after 12 h treatment (p < 0.05). With the H89,
U0126, wortmannin, and U73122 plus cordycepin cotreatment,
cell viability were further decreased to 33, 46, 48, and 48%,
respectively (p < 0.05). However, PKC inhibitor and
cordycepin cotreatment significantly rescued 14% MA-10 cell
death when compared to cordycepin alone treatment (p <
0.05). These results suggested that the PKC pathway activated
by cordycepin might be important to the tumor cell death
effect, and PKA, PI3K, and MAPK pathways might have
protective effects in MA-10 mouse Leydig tumor cells.
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Figure 6. Effect of cordycepin on phosphorylation of PKC, p38, JNK,
and ERK1/2 protein expressions in MA-10 cells. After serum
starvation for 12 h, cells were incubated in the presence of 100 M
cordycepin for different times (0—1440 min) or preincubated with
GF109203X (PKC inhibitor, 1 uM; GFX) or U0126 (MEKI1/2
inhibitor, 20 uM) for 30 min and then treated without (control) or
with 100 yM cordycepin or 100 ng/mL hCG in the presence or
absence of inhibitors for 1S min. Phospho-PKC (A) and phospho-
ERK1/2 (B) protein specific bands were then detected by Western
blotting. Each upper panel illustrates a representative Western blot of
MA-10 cell protein expression in response to cordycepin treatment.
Immunoblot represents the observations from a single experiment
repeated three times. The integrated optical densities of phospho-PKC
and phospho-ERK1/2 after normalization with f-actin (43 kDa) in
each lane using Labworks imaging software are demonstrated in the
lower panels. Each column represents the mean + SEM of three
independent experiments. * above the bar (A) indicates the significant
differences between control and treatment in each specific time point
(p < 0.05). Different letters (a—c) above the bar (B) indicate the
significant differences among each treatment (p < 0.05).

Effect of Cordycepin and Progesterone on Cell
Viability in MA-10 Cells. Some studies have demonstrated
that progesterone may have antitumor activity in specific tumor
cell lines.'®*" Tt is possible that progesterone, activated by
cordycepin, could induce MA-10 cell death. To confirm that the
cordycepin, but not progesterone, did directly induce MA-10
cell death, morphological change (Figure 8A—I) and MTT cell
viability assay (Figure 8]) were used to examine the cell death
effect of cordycepin or progesterone in MA-10 cells. Because
cordycepin could maximally induce MA-10 cells to produce 5
ng/mL progesterone in 2 X 10* cells for 12 h of treatment in

4910

>

g

Control
@ Cordy. (10 nM)
o Cordy. (100 nM)
| mCordy. (1 pM)
@ Cordy. (10 pM)
# Cordy. (100 pM)
u Cordy. (1 mM)

3 6

-
=
o

g

Cell Viability
(fold over each 100% control)

o
o

Elapsed Time (hr)

120
110
100
90
80
70
80
50
40
30
20

Cell Viability
(fold over each 100% control)

00“\“: @ v‘:\ - \w“: @ \!"\\@ o @ v"‘\o@ v"‘:‘ x \“:I v e?"_" \,o‘\'""_' «“t“w"’}
W G W gt \)11.'\“‘5‘,&" o™ o P 0"‘“@“""

Figure 7. Effect of cordycepin and different protein kinase inhibitors
on cell viability in MA-10 cells. Cells were treated without (control) or
with different concentrations of cordycepin (10 nM—100 yM) for 0, 1,
3, 6, 12, and 24 h, respectively (A). Or cells were preincubated with
H89 (50 uM), GF109203X (1 uM; GFX), U0126 (20 uM),
wortmannin (100 nM; Wort.), and U73122 (20 uM) for 30 min
and then treated without (control) or with cordycepin (100 uM;
Cordy.) in the presence or absence of inhibitors for 12 h (B). Cell
viability was quantified by MTT assay. Results are expressed as
percentages of cell growth relative to initial number of viable cells in
controls (as 100%). Data represent the mean + SEM of four separate
experiments. * above the bar represents significant difference to the
control (plain medium) in each specific time treatment (p < 0.05).
The dot-lines illustrate the decreasing trend of MA-10 cell viability
among time course effect of cordycepin. Different letters (a—c) above
the bar indicate the significant differences between each treatment (p <
0.05).

the present study, we treated MA-10 cells with different
concentrations of progesterone (0.5, 1, 5, 10, 50, 100, and 500
ng/mL, respectively) to exclude the progesterone antitumor
effect. Results illustrated that lower progesterone concen-
trations at 1 and 5 ng/mL caused MA-10 cells to round-up, but
no cell death effect could be observed (Figure 8D,E). The more
congregated cells with membrane blebbing and cell shrinkage
could only be found when progesterone concentrations were
raised to 10, 50, 100, and 500 ng/mL (Figure 8F—I). MTT cell
death assay was further exploited, and the results showed that
cell viability was significantly decreased to 62% after 10 ng/mL
progesterone treatment for 12 h (p < 0.05; Figure 8J). The
death effects were significantly increased to about 90% with S0,
100, and S00 ng/mL progesterone for 12 h of treatment (p <
0.05; Figure 8]). This experiment illustrated that the tumor cell
death effect was actually caused by cordycepin instead of
progesterone accumulation, because 5 ng/mL progesterone did
not induce MA-10 cell death.

B DISCUSSION

In the present study, we demonstrated the effect of cordycepin
on mouse Leydig tumor cells, which reveals two important
aspects. First, cordycepin could act through the PLC/PKC
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Figure 8. Effect of cordycepin and progesterone on morphological
changes and cell viability in MA-10 cells. Cells were treated with plain
medium (control) (A), cordycepin (100 uM) (B), 0.5 ng/mL
progesterone (C), 1 ng/mL progesterone (D), S ng/mL progesterone
(E), 10 ng/mL progesterone (F), 50 ng/mL progesterone (G), 100
ng/mL progesterone (H), or S00 ng/mL progesterone (I) for 12 h.
Cell morphology was observed and recorded under light microscopy at
500X magnification (bar = 20 ym). Arrowhead (A) and arrow (—)
indicate congregated cells and membrane-blebbed cells, respectively.
In addition, cells were treated without (control) or with cordycepin
(100 uM; Cordy.) and progesterone (0.5—500 ng/mL) for 12 h,
respectively, and cell viability was quantified by MTT assay. Results are
expressed as percentages of cell growth relative to initial number of
viable cells in controls (as 100%) (J). Data represent the mean + SEM
of four separate experiments. Different letters (a—c) above the bar
indicate the significant differences between each treatment (p < 0.0S).

pathway to increase mouse Leydig tumor cell steroidogenesis.
Second, cordycepin could cause MA-10 mouse Leydig tumor
cell death, which indicates that it might be an effective source
for the future Leydig cell tumor study. We used different
protein kinase inhibitors to determine the possible signal
transduction pathway activated by cordycepin on steroido-
genesis in MA-10 cells. Data illustrated that cordycepin might
go through the PLC/PKC pathway to activate Leydig cell
steroidogenesis. We also demonstrated that MAPK pathways,
especially ERK1/2 and JNK, might negatively regulate
cordycepin-activated Leydig cell steroidogenesis, which could
not suppress the positive effect of PKC pathway. Furthermore,
different protein kinase inhibitors were used to determine the
possible signal transduction pathway activated by cordycepin
on apoptosis in MA-10 cells. We found that cordycepin would
also activate the PKC pathway to induce apoptosis in MA-10
cells. These results highly suggested that cordycepin could
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activate the PKC pathway to simultaneously induce steroido-
genesis and apoptosis in MA-10 cells.

There are four subtypes of adenosine receptors (Al, A2a,
A2b, and A3), which all consist of the seven transmembrane
domains and interact with G proteins.”” Adenosine Al and A3
receptors are Gi protein-coupled cell membrane receptors, and
their stimulation would inhibit adenylate cyclase (AC) activity
and activate phospholipase C, whereas A2a and A2b receptors
are Gs protein-coupled receptors, and their stimulation could
induce AC activity with an increase of intracellular cAMP.*?
Because cordycepin possesses a structure similar to that of
adenosine, it is highly possible that cordycepin could also
stimulate Leydig cells through adenosine receptors. This notion
has been confirmed by a binding assay in mouse melanoma
cells that cordycepin could bind to adenosine A3 receptors and
then act throu%h the Wnt pathway to inhibit the proliferation of
B16-BL6 cells.

In fact, we have previously demonstrated that cordycepin
could induce steroidogenesis through Al, A2a, and A3
adenosine subtype receptors in primary mouse Leydig cells
and through all four adenosine subtype receptors in MA-10
cells.%” Here, we further demonstrated the stimulatory effect of
cordycepin in MA-10 cells, which was mediated by PLC/PKC
signal transduction pathway without increasing StAR protein
expression. In fact, some evidence has shown that steroidogenic
effect could be triggered by cAMP- and StAR-independent
pathways in Leydig cells.”>*® Other studies have also shown
that activation of the PLC/PKC 51gnal transduction pathway
would further induce ster01dogene51s Thus, our finding is not
unprecedented, which indicates that the PKC signal pathway is
also important in regulating Leydig cell functions. Our results
showed the importance of PLC/PKC pathways in Leydig cell
steroidogenesis activated by cordycepin.

It is well-known that MAP kinases are involved in the
regulation of many important biological functions, including
cell proliferation, differentiation, and apoptosis, as well as in
carcinogenesis.” Interestingly, some papers in the literature
have demonstrated that MAP kinases could also regulate Leydig
cell steroidogenesis. 2939 However, that the ERK cascade
participates in the regulation of steroidogenesis appears to be
contradictory with stimulatory and inhibitory effects.>"** In the
present study, we did find that JNK and ERK1/2, but not p38,
might play inhibitory roles on cordycepin-induced steroido-
genesis. We found that the blocking of PKC by GF109203X
could further increase the phosphorylation of ERKI1/2,
suggesting that PKC might decrease ERK1/2 expression to
up-regulate intracellular protein expression and then to
stimulate MA-10 cell steroidogenesis. In this regard, it seemed
that PKC was upstream to ERKI1/2 under cordycepin
regulation in MA-10 cells. It is also possible that both pathways
were simultaneously activated by cordycepin. Thus, it will be
worthwhile to uncover the relationships between both
pathways regulated by cordycepin in MA-10 mouse Leydig
tumor cells.

We have illustrated that CS induced MA-10 cell apoptosis
through caspase-8 protein activation.'* Also, the apoptotic
effect could be observed with cordycepin treatment in MA-10
cells through caspase-9, -3, and -7 protein activation.”’
Moreover, cordycepin could activate adenosine subtype
receptors to induce apoptosis in MA-10 cells.” In this study,
we again confirmed the apoptotic phenomenon mediated by
cordycepin in MA-10 cell death. Furthermore, the signal
transduction pathway activated by cordycepin to induce MA-10
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cell death was investigated with different protein kinase
inhibitors, and we found that the PKC pathway could be
stimulated to induce MA-10 cell apoptosis. Studies have shown
that the activation of PKC signal transduction pathway could
induce the cell differentiation in hepatocellular carcinoma cells
and ovarian cancer cells and the cell apoptosis in human
promyelocytic leukemia cells and colorectal cancer cells.***° It
is highly possible that cordycepin could also activate the PKC
signal pathway to induce MA-10 cell apoptosis and/or
differentiation, and we found that the activation of PKC by
cordycepin only induced MA-10 cell apoptosis. Thus, our
finding is comparable to those studies. However, our results
showed that PKC inhibitor could only prevent 14% cell death,
suggesting that other pathways, besides PKA and PI3K, might
be also involved in this event. Further studies will be needed to
clarify the detail mechanism.

It has been shown that a high concentration of progesterone
could induce apoptosis in breast, ovarian, and endometrial
cancer cells.””*® In the present study, progesterone production
was induced by cordycepin, and it is possible that cordycepin-
induced progesterone could provoke apoptosis in MA-10 cells.
We did demonstrate that progesterone in high concentrations
(10—500 ng/mL) caused MA-10 cell death. However, such a
high concentration of progesterone could not be produced by
MA-10 cells activated by cordycepin (the maximal production
is S ng/mL). Thus, our results highly suggest that cordycepin
has direct antitumor activity in MA-10 cells.

Collectively, in this study, we demonstrate that cordycepin
has the ability to induce Leydig cell steroidogenesis through
PLC/PKC and MAPK signal pathways. Furthermore, the
stimulatory effect of PKC and the inhibitory effect of ERK1/2
pathways in cordycepin-activated Leydig cell steroidogenesis
might interact for the homeostasis status in regulating
steroidogenesis. Besides, cordycepin has a direct antitumor
effect in MA-10 cells through the activation of the PKC
pathway.
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