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Cordycepin inhibits human ovarian cancer by inducing
autophagy and apoptosis through Dickkopf-related
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Abstract: Cordycepin, the major active component from Cordyceps militaris, has been reported to significantly in-
hibit some types of cancer; however, its effects on ovarian cancer are still not well understood. In this study, we
treated human ovarian cancer cells with different doses of cordycepin and found that it dose-dependently reduced
ovarian cancer cell viability, based on Cell counting kit-8 reagent. Immunoblotting showed that cordycepin increased
Dickkopf-related protein 1 (Dkk1) levels and inhibited B-catenin signaling. Atg7 knockdown in ovarian cancer cells
significantly inhibited cordycepin-induced apoptosis, whereas B-catenin overexpression abolished the effects of
cordycepin on cell death and proliferation. Furthermore, we found that Dkk1 overexpression by transfection down-
regulated the expression of c-Myc and cyclin D1. siRNA-mediated Dkk1 silencing downregulated the expression
of Atg8, beclin, and LC3 and promoted B-catenin translocation from the cytoplasm into the nucleus. These results
suggest that cordycepin inhibits ovarian cancer cell growth, possibly through coordinated autophagy and Dkk1/(3-
catenin signaling. Taken together, our findings provide new insights into the treatment of ovarian cancer using
cordycepin.
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Introduction ered as ‘recycling’ process cell undergo in order

to overcome the effects of nutrient deprivation

Cordycepin (3’-deoxyadenosine) is the major
bioactive component of Cordyceps militaris
and has been reported to inhibit cell prolifera-
tion [1-3], induce apoptosis [4-7], inhibit plate-
let aggregation, regulate steroidogenesis, and
reduce inflammation [8]. Moreover, cordycepin
possesses anti-tumor activities [9]. However,
studies on cordycepin inducing autophagy-me-
diated apoptosis through the regulation of Dk-
k1/B-catenin signaling pathways are not clearly
unknown.

Autophagy is a process of self-degradation of
cellular components [10], and can be consid-

on the physiological cellular metabolism and to
improve survival [11]; however, it may also
cause cell death [12]. Consequently, autophagy
plays a crucial role in cancer by significantly
inhibiting tumor growth [13, 14]. Microtubule-
associated protein 1A/1B light chain 3 (LC3) is
a soluble protein that is encoded by the MA-
P1LC3B gene in humans [15]. During autopha-
gy, autophagosomes engulf cytoplasmic com-
ponents. Concomitantly, a cytosolic form of LC3
(LC3-I) is conjugated to phosphatidylethanol-
aminetoformanLC3-phosphatidylethanolamine
conjugate (LC3-Il) [15, 16]. Therefore, the ratio
of LC3-Il to LC3-I represents the autophagic
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rate [17, 18]. Beclin and Atg7 are known autoph-
agy-related proteins [19].

Dickkopf-related protein 1 (Dkk1), a negative
regulator of Wnt signaling, is a target of the
B-catenin/TCF pathway and plays an important
role in vertebrate head formation [20, 21]. Wnt
ligands bind to the seven-pass-transmembrane
receptor, Frizzled, and the single-pass low-den-
sity lipoprotein coreceptor-related proteins 5
and 6 (LRP5/6) [22]. Dkk1 forms a ternary com-
plex with Dkk1l and LRP5/6, and induces the
rapid endocytosis and removal of LRP5/6 from
the cell surface [23]. Our data reveal a novel
intranuclear link between B-catenin signaling
and its antagonist, Dkk1.

Wnt/B-catenin signaling has been shown to pl-
ay a crucial role in autophagy [24]. However, the
role of Dkk1 in regulating autophagy remains to
be elucidated. Autophagic and apoptotic pro-
grammed cell death, occurring via different
mechanisms, are both implicated in cancer
[25]. The inhibition of the Wnt/B-catenin signal-
ing pathway suppresses survival signals and
induces apoptosis, whereas autophagy is in-
duced through stress-activated signaling path-
ways [24, 26]. In this study, we found that co-
rdycepin triggers autophagic flux by suppress-
ing the B-catenin signaling pathway. In addition,
cordycepin promoted caspase-3 cleavage by
upregulating Dkk1 expression in ovarian can-
cer cells. Taken together, our data suggest that
cordycepin inhibits ovarian cancer cell growth,
possibly through coordinated autophagy and
Dkk1/B-catenin signaling.

Materials and methods
Reagents and antibodies

Fetal bovine serum (FBS), Antibiotic-Antimyco-
tic (100X), and phosphate-buffered saline
(PBS) were procured from Gibco™ (Waltham,
MA, USA). Dulbecco’'s Modified Eagle’s Me-
dium (DMEM) and Cordycepin (3-deoxyade-
nosine from C. militaris) were purchased from
Sigma-Aldrich™ (St. Louis, MO, USA). Annexin-
V-FLUOS staining kit was purchased from two
different sources, namely Roche Diagnostics
GmbH (Mannheim, Germany) and Sigma-Aldri-
ch™. The transfection reagent, Hilymax, and
Cell counting kit-8 (CCK-8) were purchased
from Dojindo (Dojindo, Japan). Antibodies aga-
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inst PARP1, caspase-8, -9, -3, and B-actin were
purchased from Cell Signaling Technology
(Beverly, MA, USA). Antibodies against Dkk1,
beclin, B-catenin, Atg7, LC3, PCNA, cyclin D1,
Bcl-2, and c-Myc were procured from Santa
Cruz Biotechnology (Dallas, TX, USA).

Cell lines and cytotoxicity

SKOV-3 and OVCAR-3 ovarian cancer cells were
obtained from the American Type Culture
Collection (Rockville, MD, USA), and cultured in
DMEM supplemented with 10% (v/v) FBS and
1% (w/Vv) penicillin-streptomycin in a humidified
incubator with 5% (v/v) CO, at 37°C. The cells
were allowed to adhere and grow for 24 h prior
to exposure to cordycepin. In brief, SKOV-3 cells
and OVCAR-3 were seeded in 96-well plates at
a density of 5 x 103 cells/well. After 24 h of
incubation, the cells were treated with various
concentrations of cordycepin for 24 h. The opti-
mal dose (without cytotoxic effects) was deter-
mined using the CCK-8 assay (Dojindo). The
absorbance was measured at 450 nm using a
Sunrise microplate absorbance reader (Tecan,
Mannedorf, Switzerland), relative to the untre-
ated control in triplicate experiments.

Apoptosis assay

To detect the effect of cordycepin on apoptosis,
we used the Muse Annexin V & Dead Cell rea-
gent (Millipore) following the user’s guide and
the manufacturer’s instructions. SKOV-3 and
OVCARS3 cells were treated with cordycepin for
48 h, harvested by trypsinization and washed
twice in PBS. The harvested cells were centri-
fuged at 1500 rpm for 5 min and the cell pellet
was suspended in fresh growth media. Next,
100 uL of cells in suspension were transferred
to a new tube, and then added the 100 pL of
the Muse Annexin V and Dead Cell Reagent to
each tubes. For staining, mixed cells were incu-
bated at room temperature for 45 minutes to 1
hour. Measurements were conducted by using
a Muse Cell Analyzer (Millipore, Billerica, MA,
USA). The statistics were shown the percentag-
es of the cells represented by alive, apoptosis
and dead population.

Microarray analysis

Transcriptional profiling of the cordycepin-treat-
ed ovarian cancer cells was carried out using a
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human twin 44K cDNA chip. Total RNA was
extracted from vehicle- or cordycepin (100 pg/
mL)-treated SKOV-3 and OVCAR-3 ovarian can-
cer cells. This was followed by the synthesis of
cDNA probes using 50 mg RNA in the presence
of aminoallyl-dUTP by reverse transcription.
The cDNA was coupled with the Cy3 (vehicle) or
Cyb dye (cordycepin-treated). Genes were con-
sidered to be differentially expressed after a
significance analysis of the microarray, when
the global M and log2 (R/G) values exceeded
|1.0| (two-fold) with P < 0.05. The Student’s t-
test was applied to assess the statistical sig-
nificance of the differential expression of genes
after cordycepin treatment. To analyze the bio-
logical significance of the changes, the array
data were categorized into specific gene gr-
oups.

Gene ontology-based network analysis

To study the biological functions of the regulat-
ed genes through their interaction network, we
used Ingenuity Pathway Analysis (IPA, http://
www.ingenuity.com) to examine the biological
functions of the differentially regulated genes
and proteins according to ontology-related in-
teraction networks, including apoptosis signal-
ing. Network generation was optimized based
on the obtained expression profiles when pos-
sible and was aimed at producing highly con-
nected networks.

Immunoblotting

Total cell lysates were prepared after homoge-
nization in 2 mL of Tris-HCI (20 mM), containing
a protease inhibitor cocktail (Roche), and left
on ice for 30 min before centrifuging (10 min,
12,000 rpm, 4°C). The protein content of the
supernatant was quantified using the BCA
method. Denatured proteins (30 ug) were re-
solved using 12% SDS-polyacrylamide gel elec-
trophoresis and transferred onto a 0.2-um
nitrocellulose membrane in a transfer buffer
and kept for 2 h. The membrane was blocked
for 1 h using 5% (w/v) skimmed milk in Tris-
buffered saline with Tween-20 (TTBS), followed
by incubation with the indicated appropriately
diluted primary antibodies at room tempera-
ture for 2 h or at 4°C overnight. After washing
the membrane three times (5 min each) with
TTBS, it was incubated with horseradish perox-
idase-conjugated goat anti-mouse or rabbit
anti-goat IgG (1:2000 dilution) in TTBS contain-
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ing 5% (w/v) skimmed milk at room tempera-
ture for 1 h. The membrane was rinsed three
times (5 min each) with 0.1% (v/v) TTBS. An
enhanced chemiluminescence system (Thermo
Scientific) was used to visualize the bands on a
ChemiDoc MP system (Bio-Rad, Hercules, CA,
USA). Densitometric measurement of the bands
was performed using the ImageJ software. Pro-
tein levels were quantitatively analyzed after
normalizing with the level of B-actin as the inter-
nal control.

Wound healing assay

The Dkk1 plasmid, pCS2-hDkk1-FLAG, was pur-
chased from Addgene (plasmid number, 154-
94). To specifically silence Dkk1l and Atg7 ex-
pression, several siRNAs (Invitrogen) were test-
ed for their capacity to reduce Dkk1l and Atg7
mMRNA and protein levels in RNC transfections,
and the most potent siRNAs were used for all
subsequent experiments. A nonspecific SiRNA
was used as a negative control siRNA. The plat-
ed cells were transfected after 24 h with 100
mol/L siRNA using Lipofectamine 2000 (Invi-
trogen) in Opti-MEM (Invitrogen) overnight. The
wound healing assay was conducted on control
siRNA-transfected and siDkk- or overDkk1-tr-
ansfected cells after seeding them onto a 24-
well plate (2 x 10 cells/well). After scraping the
cell monolayer with a pipette tip to create a
wound, the cells were treated with cordycepin
(100 pg/mL) for 48 h. The plates were imaged
using the TissueFAXS system (TissueGnostics,
Vienna, Austria). Wound closure was analyzed
by measuring the healed area and the propor-
tion of the migrated cells using the HistoQuest
software (TissueGnostics).

Immunofluorescence microscopy

The cells were fixed with 4% formamide for 15
min at room temperature for 24 h after an
adherent culture was established. Thereafter,
the cell membranes were permeabilized by
treating with PBS containing 0.25% Triton X-100
for 10 min, blocked using TBST containing 1%
BSA (Sigma-Aldrich) for 30 min, and incubated
with the B-catenin primary antibody (Millipore,
USA) for 1 h. The cells were then incubated with
Alexa Fluor 488-conjugated anti-mouse sec-
ondary antibody (Cell Signaling Technology) for
1 h in the dark. After treating the cells with 4,
6-diamidino-2-phenylindole, fluorescence ima-
ges were obtained by using a confocal micro-
scope (Nikon, Japan).
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Statistical analyses

GraphPad Prism (GraphPad, San Diego, CA,
USA) was used for the statistical analyses.
Intergroup differences were analyzed using the
Student’s t-test. The IC,, values were deter-
mined by nonlinear curve fitting using five data
points and expressed as the mean + SD.

Results

Cordycepin dose-dependently suppresses
ovarian cancer cell growth

Cordycepin dose-dependently inhibits the cell
viability of ovarian cancer cells. We assessed
the effect of cordycepin on the viability of ovar-
ian cancer cells, SKOV-3 and OVCAR-3. We
treated the cells with different concentrations
of cordycepin and found that it inhibits the via-
bility of SKOV-3 cells in a dose-dependent man-
ner (20-100 pyg/mL), based on the results of
CCK-8 (Figure 1A). To observe the cell death of
cordycepin-treated SKOV-3 cells, the morpholo-
gies of human ovarian cancer cells were com-
pared to those of untreated control cells by
using light microscopy. The morphology of SK-
QOV-3 cells changed drastically after 60 ug/mL
cordycepin treatment for 48 h (Figure 1B). The
ovarian cancer cells began to detach from the
surface of the culture plate and appeared buoy-
ant. Moreover, the cells appeared to be shrunk-
en, resulting in reduced cell volume. These mor-
phological changes preceded apoptosis. On
the other hand, 40 ug/mL cordycepin induced
less drastic changes at 48 h (Figure 1B). Similar
results were obtained for OVCAR-3 cells (Figure
1A and 1B). These data suggest that cordyce-
pin inhibits ovarian cancer cell growth in a
dose-dependent manner.

Cordycepin induces apoptosis in ovarian can-
cer cells

To evaluate the anti-cancer effect of cordycepin
resulted in apoptosis in human ovarian cancer
cells, we analyzed Annexin V expression on
SKOV-3 and OVCAR3 cells by flow cytometry.
After cordycepin treatment for 48 h, we mea-
sured apoptotic cells by Muse Annexin V and
Dead Cell kit. As shown in the representative
plots in Figure 3A, cordycepin potently induced
apoptosis as detected by increased Annexin V
expression in both SKOV-3 and OVCAR3 ovari-
an cancer cell lines. The addition, total frac-
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tions of apoptosis (early and late apoptosis)
were increased by cordycepin treatment in
dose-dependent manner. The apoptotic frac-
tions of SKOV-3 and OVCAR-3 cells were in-
creased from 3.2% and 2.4% in control group to
18.2% and 8.1% in cordycepin (100 pg/mL)-
treated group, respectively (Figure 1C).

Cordycepin induces apoptotic gene expression
in ovarian cancer cells

To investigate the genes involved in the cancer
cell growth inhibition effect of cordycepin, mi-
croarray analyses of cordycepin (60 pg/mL)-
treated SKOV-3 and OVCAR-3 ovarian cancer
cells were conducted. Among the 63,785 genes
assayed, 28,858 genes were expressed in the
cordycepin-treated cells. Among 18,553 genes,
cordycepin treatment upregulated and down-
regulated 784 and 680 genes, respectively, in
comparison to the levels observed in the un-
treated control, at 48 h. Genes that were in-
creased or decreased by more than 2-fold we-
re categorized as being significant in data min-
ing. Biologically relevant features were con-
structed using the Database for Annotation,
Visualization, and Integrated Discovery (DAVID)
tools (http://david.abcc.ncifcrf.gov/). Lists of
2-fold upregulated and downregulated genes in
cordycepin-treated SKOV-3 ovarian cancer cells
were uploaded to DAVID for gene ontology anal-
ysis (Figure 2A). Upregulated genes included
those involved in cell adhesion, inflammatory
response, immune response, cell-cell signaling,
autophagy, chemotaxis, cytokine-mediated sig-
naling pathway, chemokine-mediated signaling
pathway and positive-regulation of tumor ne-
crosis-factor production. Downregulated genes
included those involved in oxidation-reduction
process, cell adhesion, cell surface receptor
signaling pathway, regulation of cell prolifera-
tion and gene expression, chloride transmem-
brane transport, response to toxic substance,
negative regulation of Wnt signaling pathway,
and positive regulation of protein kinase B sig-
naling. The genes upregulated by cordycepin
treatment were compared with potential au-
tophagotic genes by identifying candidate ge-
nes using the GeneCards database (http://
www.genecards.org/) (Figure 2B). The inter-
section obtained by hierarchical clustering is
presented along with the gene lists in Figure
2C. The signaling network of cordycepin-res-
ponsive autophagotic genes is shown in Figure
2D.
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Figure 1. Cordycepin dose-dependently inhibits cell viability and induces apoptosis of ovarian cancer cells. A. Cell viability of SKOV-3 and OVCAR-3 cells were mea-
sured using the cell counting kit-8 reagent (dojindo) after treatment with indicated concentrations of cordycepin (0, 20, 40, 60, 100 ug/ml) for 24 and 48 h. B. The
cells were exposed to various concentrations of cordycepin (0, 20, 40, 60, 100 ug/ml) for 48 h. C. Flow cytometry analysis was performed in SKOV-3 and OVCAR-3
cell lines after treatment with indicated concentrations of cordycepin (0, 20, 40, 60, 100 ug/ml) for 48 h. Data were normalized to control and represent the mean
+ SEM for three independent experiments (*P < 0.05, **P < 0.01, ***P < 0.001).
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Figure 2. Gene expression analysis and signal network of apoptotic genes changed by cordycepin treatment. A. Results of microarray analysis of gene expression
in response to 60 ug/mL of cordycepin for 48 h. Red and green represent more than 2-fold upregulated and downregulated genes, respectively. B. Venn diagram
showing gene expression profiles based on microarray results in SKOV3 cells treated with cordycepin. The overlapped gene were differentially changed (up- and
down-regulated) more than 2-fold, associated with autophagy. C. Lists of autophagy-related genes that were altered more than 2-fold in response to cordycepin. D.
Signal network of the autophagotic genes generated by using a Qiagen IPA. Microarray experiments were performed in triplicate.
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Figure 3. Cordycepin induces apoptosis through upregulation of Dkk1. A. The indicated cell lines were exposed to O, 20, 60 and 100 ug/mL cordycepin for 12 h, and
whole-cell protein lysates were harvested and analyzed for western blot for cleaved caspase-8, -9, and -3 and cleaved PARP-1. B. SKOV-3 and OVCAR-3 cells were ex-
posed to 0, 20, 60 and 100 ug/mL cordycepin and western blot were performed for Dkk1 in a dose-dependent manner. And the indicated cell lines were exposed to
100 ug/ml cordycepin for O, 6, and 24 h and western blot were performed for Dkk1. C. siRNA-mediated knockdown of Dkk1 efficiently protected against cordycepin-
induced apoptosis. Data were normalized to controls and represent the mean + SEM for three independent experiments (*P < 0.05, **P < 0.01, ***P < 0.001).
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Dkk1 is involved in cordycepin-induced apop-
tosis

To study the mechanism by which cordycepin
inhibits cell proliferation and induces cell apop-
tosis, SKOV-3 and OVCAR-3 ovarian cancer ce-
lls treated with different doses of cordycepin
(0, 20, 60, and 100 pg/mL) were used for pro-
tein expression analysis. Bax pro-apoptotic me-
mbers were analyzed as target proteins by
immunoblotting. The results showed that the
protein expression levels of cleaved caspase-3,
-8, -9, and -PARP-1 increased significantly after
treatment with cordycepin (Figure 3A). Toge-
ther, these results imply that cordycepin in-
duced cell apoptosis through caspase depen-
dent pathways. Dkk1 has been shown to be a
key positive regulator of intrinsic apoptosis by
inhibiting the activation of caspases in human
ovarian cancer cells. Therefore, we evaluated
whether cordycepin influences the levels of
Dkk1 in ovarian cancer cells. SKOV-3 and OV-
CAR-3 cells were treated with different doses of
cordycepin for 6 h interval. We found that cordy-
cepin dose- and time-dependently increased
the levels of Dkk1 (Figure 3B). Moreover, we
silenced Dkk1 using a specific siRNA in SKOV-3
cells to validate its function in cordycepin-in-
duced apoptosis. As shown in Figure 3C, com-
pared with SKOV-3-lacZ cells, SKOV-3-siDkk1
cells significantly protected against cordycepin-
induced apoptosis. Taken together, Dkk1l ex-
pression contributes to cordycepin-induced
apoptosis in human ovarian cancer cells.

Cordycepin increases autophagy-related pro-
teins in ovarian cancer cells by downregulation
of B-catenin levels

We evaluated the molecular mechanisms un-
derlying the inhibitory effects of cordycepin on
ovarian cancer cells and studied the role of
growth-regulatory factors in ovarian cancer. To
investigate whether cordycepin could modulate
autophagy in SKOV-3 cells, the expression of
autophagy-related proteins was determined
after treatment with cordycepin. Following tr-
eatment with different doses of cordycepin (O,
20, 60, and 100 ug/mL) for 24 h, SKOV-3 cells
exhibited a significant increase of the ratio of
LC3-1l to LC3-I protein and a significant decre-
ase of B-catenin in a dose-dependent manner
compared to the non-treated control cells
(Figure 4A). In addition, autophagy-related pro-
teins, Atg7 and beclin was increased (Figure
4A). To elucidate the potential role of B-cate-
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nin in the regulation of autopahgy signaling, for-
mation of the ratio of LC3-Il to LC3-l in SKOV-3
cells was confirmed using immunofluorescence
analysis. As a result, cordycepin also triggered
a punctate immunostaining pattern for LC3,
which is a marker protein of autophagosomes
(Figure 4B). Using transmission electron mi-
croscopy (TEM), we visualized the autophagic
morphology of cordycepin-treated SKOV-3 cells
(Figure 4C). The untreated control cells showed
normal organelles without autophagic bodies.
In contrast, cordycepin treatment induced the
formation of phagophores as well as lysosomes
in the cells.

Upregulation of Dkk1 by cordycepin induces
autophagy through abolishing the transloca-
tion of B-catenin to nucleus

We evaluated the inhibitory effects of cordyce-
pin on the role of transcription factor for cell
survival of B-catenin. In the previous results,
cordycepin dose- and time-dependently in-
creased Dkk1 (Figure 3B) and downregulated
nuclear B-catenin protein levels (Figure 4A).
Therefore, we confirmed the effects of Dkk1 on
B-catenin by silencing Dkk1l with siRNA and
overexpressing B-catenin. First, the inhibitory
effect of cordycepin on nuclear translocation of
B-catenin was detected through immunoblot-
ting. As a result, in SKOV-3 cells treated with
different doses of cordycepin (O, 20, 60, and
100 pg/mL), cordycepin inhibited B-catenin tr-
anslocation from the cytoplasm into the nucle-
us (Figure 5A). Second, to elucidate the poten-
tial role of Dkk1 in the regulation of B-catenin
signaling, Dkk1 siRNA was transfected into
SKOV-3 cells. Dkk1 siRNA was transfected into
SKOV-3 cells. As shown in Figure 5B, siRNA
inhibition of Dkk1 upregulated nuclear B-ca-
tenin protein levels after cordycepin treatment.
B-catenin nuclear translocation inhibition under
cordycepin was measured by confocal micros-
copy. These results show that cordycepin effec-
tively attenuates nuclear (-catenin transloca-
tion by modulating the Dkk1 signaling pathway.
The overexpression of B-catenin, verified by im-
munoblotting, diminished the effects of cordy-
cepin on autophagy-associated proteins, Atg7
and beclin, and the LC3-1l to LC3-I ratio in SK-
OV-3 cells (Figure 5C).

Downregulation of Dkk1 decreased the effects
of cordycepin on autophagy

Thus, we verified that B-catenin overexpression
abolishes the effects of cordycepin on autoph-
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Figure 4. Cordycepin-mediated Dkk1 upregulation increases autophagy by down-regulating B-catenin in ovarian
cancer cells. A. SKOV-3 cells were exposed to O, 20, and 100 pg/ml cordycepin and western blot were performed
for B-catenin, beclin, Atg7, and LC3. B. Confirmation of autophagosome formation induced by cordycepin by LC3
antibody staining. SKOV-3 cells and OVCAR-3 were cultured for 1 h, stained, and analyzed. C. Morphological ultra-
structural appearance of autophagy by transmission electron microscopy (TEM) in cordycepin-treated ovarian can-
cer cells. Untreated SKOV-3, and SKOV-3 cells were incubated with cordycepin at 40 yg/mL and 100 pg/mL for 48
h. The induction of autophagic cell death by cordycepin was analyzed by TEM. Morphologic findings characteristic
of autophagy are enlarged to highlight the autophagic bodies indicated by the arrows. White arrows indicate phago-
phores/autophagosomes and red arrows indicate lysosomes/autolysosomes. Representative images are shown.
Data represent the mean + SEM for three independent experiments each *P < 0.05, **P < 0.01, ***P < 0.001.

agy. Furthermore, we evaluated the effects of
cordycepin on Dkk1 in SKOV-3 cells after silenc-
ing Dkk1 with siRNA, which was verified by
immunoblotting (Figure 5D). Consequently, the
effects of cordycepin on autophagy-associated
proteins, Atg7 and beclin, and the LC3-ll to
LC3-I ratio were reduced in SKOV-3 cells. Thus,
we verified that Dkk1 silencing abolishes the
effects of cordycepin on autophagy. Further-
more, cordycepin (100 pg/mL) induced Dkk1
overexpression, which was confirmed at the
transcriptional level (Figure 5E), while si-Dkk1
increased the migration of SKOV-3 cells in the
wound healing assay (Figure 5F).

Cordycepin causes autophagy-triggered apop-
tosis in ovarian cancer cells

Since cordycepin induces apoptosis as well as
autophagy in human ovarian cancer cells, we
further explored the relationship between co-
rdycepin-induced apoptosis and autophagy. An
siRNA was used to inhibit Atg7 expression in
ovarian cancer cells, and then apoptosis-relat-
ed proteins were quantified by western blot
analysis. These findings demonstrated that At-
g7 silencing significantly abrogated cordycepin-
induced cleavage of caspase-3 and PARP1 (Fi-
gure 6A). Moreover, autophagy inhibitors, such
as LY294002 and chloroquine (CQ), which bl-
ock the upstream and downstream steps of
autophagy, respectively, were used to examine
the impact of autophagy on apoptosis. We in-
hibited autophagy in SKOV-3 cells using LY-
294002 and CQ and analyzed the effects on
the level of LC3-1l and cordycepin-induced cell
death. LY294002 is an inhibitor of PI3K, which
inhibits autophagosome accumulation and in-
hibits the conversion of LC3-1to LC3-1l. However,
CQ, a lysosome inhibitor, could induce the ag-
gregation of autophagosomes and increase
LC3-Il levels by blocking the fusion of autopha-
gosomes and lysosomes. Western blot analysis
indicated that cordycepin-induced autophagy
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was successfully inhibited by LY294002 and
CQ (Figure 6B). To further understand the bio-
logical role of autophagy in cordycepin-induced
cell death, we examined the changes of cordy-
cepin-induced apoptosis. The results demon-
strated that cordycepin in combination with
LY294002 and CQ treatment reduced the cl-
eavage of caspase 3 (Figure 6B), compared
with cordycepin treatment alone, whereas cells
treated with LY294002 and CQ showed anti-
apoptosis-inducing effects on SKOV-3 cells.
These results suggest that the inhibition of
autophagy attenuates cordycepin-induced ap-
optosis, indicating that autophagy plays a cru-
cial role in cordycepin-induced cell death in
SKOV-3 cells.

Discussion

Although cordycepin-induced cell death has
been reported, the molecular mechanisms
underlying the relationship between cordyce-
pin-induced apoptosis and autophagy have not
been elucidated in ovarian cancer. Here, we
focused on understanding the fundamental
mechanisms of cordycepin-induced apoptosis
and examined the relationship between apop-
tosis and autophagy. Cordycepin induces apop-
tosis in human ovarian cancer cells through
extrinsic and intrinsic signaling pathways pri-
marily regulated by Bcl-2 pro-apoptotic proteins
[27]. Additionally, cordycepin induces the mito-
chondrial translocation of Bax in a dose-depen-
dent manner, causing the release of cytoch-
rome ¢ and the activation of caspases [28]. In
the present study, we found that cordycepin
reduces the viability of human ovarian cancer
cells in a dose- and time-dependent manner,
verifying its apoptotic potential. In addition,
flow cytometry analysis revealed that approxi-
mately 40% of SKOV-3 and OVCAR-3 cells
exhibit early- and late-phase apoptosis after
exposure to cordycepin (100 yg/mL) for 48 h
(Figure 1C). Moreover, the cleaved forms of
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was examined by immunofluorescence analysis after 24 h of Dkk1 siRNA transfection or cordycepin treatment. C. SKOV-3 cells were overexpressed with 3-catenin
or treated with cordycepin. And then, western blotting was performed for B-catenin, beclin, Atg7, and LC3. D. Western blotting for Dkk1, beclin, Atg7, and LC3 in
Dkk1-silenced or cordycepin treated SKOV-3 cells. E. To assess the effect of Dkk1 downregulation on B-catenin expression, western blotting was performed for Dkk1,
B-catenin, PCNA, cyclin D1 and c-Myc. F. The effect of si-Dkk1 on the migration of SKOV-3 cells was analyzed using the wound healing assay. Data represent the
mean + SEM for three independent experiments each *P < 0.05, **P < 0.01, ***P < 0.001.
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Figure 6. Cordycepin induces pro-apoptotic autophagy in SKOV-3 cells. A. SKOV-3 cells conducted with Atg7 siRNA transfection and exposed to O, 60, and 100 pg/
mL cordycepin for 12 h was analyzed by western blot for Atg7, caspase-3, and PARP. B. Cordycepin promotes apoptosis through activating autophagy in SKOV-3 cells.
SKOV-3 cells were pretreated with 10 uM LY294002 or 20 uyM CQ for 1 h, and then exposed to 100 ug/mL cordycepin for another 12 h. Data represent the mean +
SEM for three independent experiments each *P < 0.05, **P< 0.01, ***P < 0.001.
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caspase-9, caspase-3, and PARP1 increased in
a dose- and time-dependent manner (Figure
3A), suggesting that cordycepin induces extrin-
sic as well as intrinsic apoptosis in human ovar-
ian cancer cells. Dkk1l has been previously
shown to positively regulate apoptosis by inhib-
iting the activation of caspases in human can-
cer cells [29]. Thus, we assessed the mecha-
nism of cordycepin-induced apoptosis, and
found that cordycepin increases Dkk1l expres-
sion (Figure 3B). However, Dkk1 silencing pro-
tected SKOV-3 cells from cordycepin-induced
apoptosis (Figure 3C). These results suggest
that the expression of Dkk1l contributes to
cordycepin-induced apoptosis in human ovari-
an cancer cells. Dkk1, a negative regulator of
Wnt signaling, is a target of the B-catenin/TCF
pathway [30]. Nuclear B-catenin activates c-
Myc, cyclin D1, and c-jun to promote cell prolif-
eration, and activates Bcl-2 to inhibit apoptosis
[31]. In this study, we found that cordycepin
dose- and time-dependently increases the lev-
els of Dkk1 (Figure 3B), autophagy-related pro-
teins, Atg7, and beclin (Figure 4A). It also in-
creased the LC3-Il to LC3-I ratio in SKOV-3 cells
in a dose-dependent manner (Figure 4A) and
decreased [B-catenin levels as compared to the
non-treated control cells in a dose-dependent
manner. We found that cordycepin also trig-
gered a punctate immunostaining pattern for
LC3, which is a marker protein of autophago-
somes (Figure 4B). Moreover, siRNA inhibition
of Dkk1 upregulated nuclear B-catenin protein
levels after cordycepin treatment. The inhibi-
tion of the nuclear translocation B-catenin by
cordycepin was detected by immunoblotting
and confocal microscopy (Figure 5A, 5B). These
results show that cordycepin effectively attenu-
ates nuclear B-catenin translocation by upregu-
lating the Dkk1 signaling pathway.

Autophagy is induced in B-catenin-deficient
cancer cells via Bax activation [24]. In addition,
through the immunofluorescence analysis, B-
catenin overexpression diminished the dose-
dependent effects of cordycepin on the autoph-
agy-associated proteins, Atg7 and beclin, and
the LC3-Il to LC3-I ratio (Figure 5C). However,
B-catenin expression was significantly attenu-
ated by Dkk1, and the autophagic effects of
cordycepin were abolished by Dkk1 knockdown
(Figure 5D, 5E). These findings suggest that
cordycepin induces autophagy through the do-
wnregulation of B-catenin and the upregulation
of Dkk1 expression. The relationship between
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autophagy and apoptosis or other forms of cell
death is complicated and poorly understood
[32]. Under stress, cells exhibit autophagy as
an adaptive mechanism to avoid stress-induced
apoptosis [33]. Cordycepin induces autophagy-
mediated c-FLIPL degradation, which leads to
apoptosis in human non-small cell lung cancer
cells [34]. However, the molecular mechanisms
of autophagy-triggered apoptosis are not well
understood. B-catenin silencing induces auto-
phagy and apoptosis in MM cells [24]. We found
that inhibiting autophagy by silencing Atg7
expression significantly abrogated cordycepin-
induced cleavage of caspase-3 and PARP1
(Figure 6A), indicating that cordycepin induces
autophagy-triggered apoptosis in ovarian can-
cer cells. To clarify this, we inhibited cordyce-
pin-induced autophagy pharmacologically by
using LY294002 and CQ in SKOV-3 cells (Figure
6B). We found that cordycepin-induced cell
death significantly decreased by additional
treatment with LY294002 and CQ, indicating
that cordycepin-induced autophagy might play
a cytotoxic role in SKOV-3 cells. To further con-
firm the cytoprotective role of autophagy in-
duced by cordycepin in SKOV-3 cells, we detect-
ed apoptosis in SKOV-3 cells when cells were
treated with cordycepin and autophagy inhibi-
tors. Remarkably, treatment with LY294002
and CQ attenuated cordycepin-induced apopto-
sis, as evidenced by decreased caspase-3 cle-
avage. These results demonstrate that cordy-
cepin-induced autophagy plays a cytotoxic role
in SKOV-3 cells. Blocking autophagy could at-
tenuate the efficacy of cordycepin in SKOV-3
cells and could be a promising new therapeutic
strategy for ovarian cancer.

In summary, our results demonstrate that co-
rdycepin triggers Dkk1-mediated autophagy by
suppressing the B-catenin signaling pathway. In
addition, cordycepin promotes the cleavage of
caspase-3 by inducing autophagy in ovarian
cancer cells. Our findings describe the molecu-
lar mechanisms of apoptosis induced by cordy-
cepin, which may provide a theoretical basis for
the application of cordycepin derivatives in can-
cer treatment.
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