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Toxicarioside O induces protective autophagy in a sirtuin-1dependent manner in colorectal cancer cells
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ABSTRACT
Colorectal cancer is the most common cancer. It has high morbidity and
mortality worldwide, and more effective treatment strategies need to be developed.
Toxicarioside O (TCO), a natural product derived from Antiaris toxicaria, has been
shown to be a potential anticancer agent. However, the molecular mechanisms
involved remain poorly understood. In this study, our results demonstrated that TCO
can induce both apoptosis and autophagy in colorectal cancer cells. Moreover, TCOinduced autophagy was due to the increase of the expression and activity of the enzyme
sirtuin-1 (SIRT1), and subsequent inhibition of the Akt/mTOR pathway. Inhibition of
SIRT1 activity by its inhibitor, EX-527, attenuated TCO-induced autophagy. Of interest,
inhibition of autophagy by chloroguine, an autophagy inhibitor, enhanced TCO-induced
apoptotic cell death, suggesting that autophagy plays a protective role in TCO-induced
apoptosis. Together, these findings suggest that combination of TCO and autophagy
inhibitor may be a novel strategy suitable for potentiating the anticancer activity of
TCO for treatment of colorectal cancer.

our cooperative laboratory [4]. Traditionally, cardenolides
are used clinically for the management of congestive heart
failure and arrhythmia [5, 6]. Recently, increasing evidence
has shown that cardenolides have anticancer activity in
many cancer cell lines, acting by inhibiting sodium pumps
[7-9]. Consistent with these observations, we demonstrated
that TCO exhibited significant cytotoxicity against SMMC7721 and K562 [4]. However, the underlying mechanisms
by which TCO inhibits tumor growth remain poorly defined.
Autophagy is an evolutionarily conserved catabolic
process in which proteins of cytosol and organelles are
sequestered into a double membrane vesicle called an
autophagosome, which fuses with lysosomes to form an
autolysosome in which the sequestered contents are degraded

INTRODUCTION
Colorectal cancer is the third most common cancer
in men and the second most common cancer in women
worldwide. There are almost 1.3 million new cases
diagnosed annually and an estimated 694,000 deaths each
year [1]. Currently, treatment of these patients is usually
based on surgery associated with adjuvant chemotherapy,
but this therapy is highly toxic and provides only modest
results in advanced-stage patients [2, 3]. There is an urgent
need for more effective therapeutic strategies.
Toxicarioside O (TCO) is a natural product isolated
from the seeds of Antiaris toxicaria. TCO is a cardenolide
with a special structure (Figure 1A) that was first reported by
www.impactjournals.com/oncotarget
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or recycled [10]. Autophagy can be stimulated in response to
multiple cellular stresses, such as nutrient shortage, hypoxia,
and chemotherapy. Various signaling pathways have been
implicated in the regulation of autophagy. One of them is
the classic Akt/mTOR pathway, which negatively regulates
autophagy [11]. Autophagy has been observed in a range of
types of cancer cells challenged with intra- and extra-cellular
stress [12, 13]. For tumor development, autophagy eliminates
sources of cellular damage and recycles materials and energy
to protect the cells from stress induced by chemotherapy or
nutrient shortage. Hence, autophagy plays a protective role in
tumor development [14, 15]. However, increasing evidence
suggests that autophagy can induce tumor cell death and plays
a tumor-suppressive role [16, 17]. In this way, understanding
the roles of autophagy and the regulated signaling pathways
involved in cancer cells is important to targeting autophagy
as cancer therapy.

In this study, we demonstrated that TCO induced
protective autophagy in colorectal cancer cells. TCOinduced autophagy was mediated by the upregulation
of SIRT1 and subsequent inhibition of the Akt/mTOR
pathway. These findings provide the groundwork for
future studies on the implication of autophagy in TCOmediated anticancer activities.

RESULTS
Toxicarioside O promotes apoptotic cell death in
colorectal cancer cells
To investigate the effect of TCO on colorectal cancer
growth, human colorectal cancer cell lines HCT116 and
SW480 cells were treated with various concentrations of
TCO for 24 h, followed by MTT assay. As shown in Figure

Figure 1: Toxicarioside O promotes apoptotic cell death in colorectal cancer cells. (A) The structure of toxicarioside O

(TCO). (B) Cell viability was measured using an MTT assay in HCT116 and SW480 cells treated with the indicated concentrations of TCO
for 24 h. (C) Cells were treated with the indicated concentrations of TCO for 24 h, and the degree to which TCO inhibited cell proliferation
was measured using BrdU labeling. (D and E) HCT116 and SW480 cells were treated with the indicated concentrations of TCO for 24
h. The level of apoptosis was determined using an Annexin-V-FITC/PI double staining assay. (F) Cells were treated as in D. The level of
cleavage of PARP was determined using Western blotting. (G) ImageJ densitometric analysis of the Cleaved PARP/β-actin ratios from
immunoblots. *P < 0.05, **P < 0.01, ***P < 0.001.
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1B, the cell viability decreased in a dose-dependent manner
in both cell lines. In addition, a BrdU cell proliferation
assay showed significantly lower percentage of BrdUpositive cells in TCO-treated cells but not in the controls
(Figure 1C). These results demonstrated that TCO markedly
suppressed colorectal cancer cell proliferation. To determine
whether TCO promotes cell death by inducing apoptosis
in colorectal cancer cells, cells were analyzed by flow
cytometry following Annexin V-FITC and propidium
iodide (PI) staining. As shown in Figure 1D and 1E, TCO
treatment for 24 h significantly increased the percentage
of apoptotic cells over control cultures. Consistent with
this observation, the level of cleaved PARP was higher

in TCO-treated cells than in controls (Figure 1F and 1G).
Collectively, these data demonstrated that TCO promotes
apoptotic cell death in colorectal cancer cells.

Toxicarioside O induces autophagy in colorectal
cancer cells
Because autophagy has been considered as a target
for anticancer therapy [12, 18], we next addressed whether
TCO induces autophagy in colorectal cancer cells. We first
detected the conversion of LC3-I to lipidated LC3-II and
the distribution of endogenous LC3 puncta, two classical
markers of autophagy. As shown in Figure 2A, 2E and 2F,

Figure 2: Toxicarioside O induces autophagy in colorectal cancer cells. (A) Immunoblot analysis of LC3 and SQSTM1 in cells

treated with the indicated concentrations of TCO for 24 h. Protein ratios were calculated following ImageJ densitometric analysis. (B)
Immunoblot analysis of Atg5 and Beclin 1 in cells treated as in A. Protein ratios were calculated following ImageJ densitometric analysis.
(C) Immunoblot analysis of LC3 and SQSTM1 in cells treated with the indicated concentrations of TCO for 24 h in the absence or presence
of chloroguine (CQ). Protein ratios were calculated following ImageJ densitometric analysis. (D) Immunoblot analysis of LC3 in cells
treated with the indicated concentrations of TCO for 24 h in the absence or presence of 3-methyladenine (3-MA). (E and F) HCT116
and SW480 cells were treated with DMSO or 50 nM of TCO for 24 h, the formation of endogenous LC3 puncta was visualized under a
fluorescent microscope. Compared with the DMSO-treated cells, TCO-treated cells were shrinked and the LC-3 puncta seem to clump
together (arrows). Scale bar: 10 μm. ***P < 0.001.
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Toxicarioside O induces autophagy through
inhibition of the Akt/mTOR pathway

TCO treatment markedly increased LC3-II conversion and
LC3 puncta in colorectal cancer cells. We also examined
the expression of Beclin 1 and Atg5, two autophagyrelated proteins. As shown in Figure 2B, TCO elevated the
expression of both Beclin1 and Atg5 in a dose-dependent
manner. Collectively, these results demonstrated that TCO
induces autophagy in colorectal cancer cells. To determine
whether TCO could alter the detection of autophagy, we
tested the SQSTM1 protein concentration in cells, a wellknown autophagy substrate that is degraded through the
autophagy pathway. As shown in Figure 2A, TCO treatment
resulted in degradation of SQSTM1 in a dose-dependent
manner. Combinatorial treatment with chloroquine (CQ,
a lysosomal inhibitor) resulted in the accumulation of
SQSTM1 and LC3-II conversion (Figure 2C). In addition,
combinatorial treatment with 3-methyladenine (3-MA,
an autophagy inhibitor) markedly decreased the LC3-II
conversion in TCO-treated cells (Figure 2D). These results
showed that LC3-II conversion was higher in the TCOtreated cells than in the controls in both the presence and
absence of CQ (Figure 2A and 2C). Taken together, these
results suggested that TCO promoted autophagic flux in
colorectal cancer cells.

The Akt/mTOR pathway is considered a major
negative regulator of autophagy [11, 19]. We determined
whether the Akt/mTOR pathway was inhibited in TCO–
treated colorectal cancer cells. First, we examined the
phosphorylation status of Akt by Western blot. As shown
in Figure 3A and 3B, TCO significantly decreased
the phosphorylation levels of Akt (Ser473). Then, we
determined the phosphorylation status of p70S6K (Ser424
and Thr421), and 4E-BP1 (Ser65 and Thr70), two best
characterized targets of mTOR1 complex. As shown in
Figure 3A and 3B, TCO also markedly decreased the
phosphorylation levels of p70S6K and 4E-BP1. These
results indicated that TCO inhibited the Akt/mTOR
pathway in colorectal cancer cells. To further determine
whether inhibition of the Akt/mTOR pathway is involved
in TCO–induced autophagy, we activated the Akt/mTOR
pathway by combinatorial treatment with insulin (Akt
activator) in colorectal cancer cells. As shown in Figure
3C and 3D, Akt activation by insulin produced markedly
lower levels of LC3-II conversion in the TCO-treated

Figure 3: Toxicarioside O induces autophagy through inhibition of the AKT1/mTOR pathway. (A) Immunoblot analysis

of phosphorylation of Akt (Ser473), P70S6K(Ser424 and Thr421), and 4EBP1 (Ser65 and Thr70) in cells treated with the indicated
concentrations of TCO for 24 h. Total Akt, p70S6K, and 4EBP1 expression served as internal controls. (B) ImageJ densitometric analysis
of the p-AKT/β-actin, the p-P70S6K/β-actin, and the 4EBP1/β-actin ratios from immunoblots. (C) Immunoblot analysis of LC3 and p-Akt
in cells treated with 50 nM of TCO for 24 h in the presence and absence of insulin. (D) ImageJ densitometric analysis of the p-AKT/β-actin
and the LC3-II/β-actin ratios from immunoblots. *P < 0.05, **P < 0.01, ***P < 0.001.
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cells than in the controls, suggesting that TCO induced
autophagy in colorectal cancer cells by inhibition of the
Akt/mTOR pathway.

treatment promoted SIRT1 expression in colorectal cancer
cells and increased LC3-II conversion. SIRT1 is an NADdependent deacetylase and it regulates autophagy by its
enzymatic activity [22, 23]. As expected, inhibition of
SIRT1 activity by its inhibitor, EX-527, attenuated TCOinduced autophagy, as evidenced by decreased LC3-II
conversion and LC3 puncta in colorectal cancer cells
(Figure 4C-4F). Moreover, inhibition of SIRT1 activity
by EX-527 reverted the phosphorylation levels of Akt
(Ser473) and markedly suppressed LC3-II conversion
in the TCO-treated cells (Figure 4C and 4D), suggesting
that TCO blocked Akt/mTOR pathway through SIRT1.
Collectively, these results indicated that TCO-induced

Toxicarioside O induces autophagy through
regulation of SIRT1 in colorectal cancer cells
It has previously been reported that SIRT1 induces
autophagy through inhibition of mTOR signaling [20,
21]. For this reason, we next addressed whether SIRT1 is
involved in TCO-induced autophagy in colorectal cancer
cells. First, we determinedthe expression of SIRT1 in
TCO-treated cells. As shown in Figure 4A and 4B, TCO

Figure 4: Toxicarioside O induces autophagy through up-regulation of SIRT1 in colorectal cancer cells. (A) Immunoblot
analysis of sirtuin-1 (SIRT1) and LC3 in cells treated with the indicated concentrations of TCO for 24 h. (B) ImageJ densitometric analysis
of the SIRT1/β-actin and the LC3-II/β-actin ratios from immunoblots. (C) Immunoblot analysis of p-AKT (Ser473) and LC3-II in cells
treated with 50 nM of TCO for 24 h in the presence and absence of EX-527. (D) ImageJ densitometric analysis of the p-AKT/β-actin and
the LC3-II/β-actin ratios from immunoblots. (E and F) Cells were treated as in B. The formation of endogenous LC3 puncta (arrows) was
visualized under a fluorescent microscope. Scale bar: 10 μm. **P < 0.01, ***P < 0.001.
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DISCUSSION

autophagy in colorectal cancer cells was mediated by the
upregulation of SIRT1.

Antiaris toxicaria is well known as the “arrow
poison wood” because its latex contains a complex, toxic
mixture of cardenolide glycosides used as poisons for
arrows and darts in many countries [25, 26]. In addition
to the traditional effect on congestive heart failure and
arrhythmia, cardenolide glycosides have been shown to
have anticancer activities in various cancer cell lines.
In recent years, our research group has isolated several
new cardenolides from the latex, seeds, and stem of
Antiaris toxicaria and these have been proved to possess
significant cytotoxicity against SGC-7901, SMMC7721, K562 and HeLa cell lines [27-30]. Toxicarioside O
(TCO), a cardenolide isolated from the seeds of Antiaris
toxicaria, has been shown to have potential anticancer
activities [4]. However, the molecular mechanisms
underlying TCO-mediated suppression of tumor still
remain poorly understood. In this study, we demonstrated
that TCO inhibits cell growth and induces apoptosis in
human colorectal cancer cell lines HCT116 and SW480.
In addition, our results also showed that TCO induces

Inhibition of autophagy enhances the TCOinduced anti-proliferative effect
Because TCO promotes apoptotic cell death as it
induces autophagy in colorectal cancer cells, and because
accumulating evidence suggested autophagy has dual
roles in cell survival and cell death [15, 24], we next
addressed the role of autophagy in TCO-induced apoptotic
cell death. As shown in Figure 5A and 5B, combinatorial
treatment with autophagic inhibitor, CQ or 3-MA resulted
in significantly lower colorectal cell viability than TCO
treatment alone. Consistently, similar results were observed
by BrdU incorporation assay in combinatorial treatment
of CQ or in colorectal cancer cells (Figure 5C and 5D).
Furthermore, Annexin-V/PI staining also demonstrated that
combinatorial treatment of CQ enhanced TCO-induced
apoptotic cell death (Figure 5E and 5F). These findings
suggested that TCO-induced autophagy plays a protective
role against TCO-induced apoptosis in colorectal cancer.

Figure 5: Inhibition of autophagy enhances the TCO-induced anti-proliferative effect. (A and B) Cell viability was
measured by MTT assay in cells treated with DMSO or 50 nM of TCO for 24 h in the presence and absence of CQ or 3-MA. (C and D) Cell
proliferation was measured using BrdU labeling in cells treated with DMSO or 50 nM of TCO for 24 h in the presence and absence of CQ.
(E and F) HCT116 Cells were treated as in B. Apoptosis was determined using an Annexin-V-FITC/PI double staining assay. **P < 0.01.
www.impactjournals.com/oncotarget
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MATERIALS AND METHODS

autophagy in these colorectal cancer cells, suggesting
that both apoptosis and autophagy are involved in TCOmediated suppression of cancer.
Accumulating evidence has indicated that many
anticancer agents can induce autophagy in cancer cells [31,
32], but the role that autophagy plays in cancer therapy
is still unclear. Generally, autophagy plays a pro-survival
role in cancer cells by removing damaged organelles and
recycling nutrients upon anticancer treatment [14, 15].
However, growing amounts of evidence have demonstrated
that certain anticancer agents induce autophagic cell
death and so enhance chemotherapeutic efficacy in cancer
therapy [33-35]. In this study, our findings indicated that
TCO triggered autophagy in human colorectal cancer
cells, and the disruption of autophagy using autophagic
inhibitor CQ or 3-MA increased TCO-induced apoptosis.
Thus, our results showed in the current study indicate that
TCO-induced autophagy plays a pro-survival or protective
role in colorectal cancer cells, and the combinatory use of
autophagic inhibitor such as CQ may possibly increase the
treatment effectiveness induced by TCO.
Multiple signaling pathways have been shown to
regulate autophagy. The Akt/mTOR pathway is a wellknown major negative regulator of autophagy [11, 19]. In
this study, we investigated whether Akt/mTOR pathway is
involved in the autophagic process induced by TCO. Our
results showed that the Akt/mTOR pathway was markedly
inhibited by TCO. Notably, our results demonstrated
that TCO significantly decreased the phosphorylation
levels of Akt, p70S6K, and 4E-BP1 in colorectal cancer
cells. Reactivation of the Akt/mTOR pathway by insulin
substantially abolished TCO-induced autophagy. These
data strongly indicated that the functional importance of
the Akt/mTOR pathway in TCO-induced autophagy in
colorectal cancer cells.
Sirtuin-1 (SIRT1), an NAD-dependent deacetylase,
plays a regulatory role in autophagy. Sirt1 can deacetylate
Atg5, Atg7, and LC3 and directly participates in the
regulation of autophagy [22, 23]. In addition, Sirt1
controls autophagy by deacetylation of the transcription
factors that regulate the expression of autophagyassociated genes [36, 37]. SIRT1 induces autophagy
through negative regulation of mTOR signaling [21, 38].
In this study, our results demonstrated that TCO treatment
increased SIRT1 expression in colorectal cancer cells, and
inhibition of SIRT1 activity by EX-527 attenuated TCOinduced autophagy, suggesting that SIRT1 plays a critical
role in TCO-induced autophagy in colorectal cancer cells.
In summary, we demonstrated that TCO induced
autophagy via the upregulation of SIRT1 in colorectal
cancer cells. The disruption of autophagy by CQ increased
the rate of TCO-induced cell death, suggesting that TCOinduced autophagy plays a protective role in colorectal
cells. These findings suggest that combinational treatment
of autophagy inhibitors may be a promising strategy for
TCO-mediated anticancer therapy.
www.impactjournals.com/oncotarget

Cell culture, agents, and antibodies
Human colorectal cancer cell lines HCT116 and
SW480 cells purchased from the American Type Culture
Collection were cultured in DMEM, supplemented with
10% fetal bovine serum (Biowest), 100 U/ml penicillin
(Sigma), 100 μg/ml streptomycin (Sigma) at 37°C in an
atmosphere containing 5% CO2. A BrdU Cell Proliferation
Assay Kit was purchased from Abcam. An Annexin
V-FITC/PI Apoptosis Detection Kit was purchased from
KeyGEN Biotech. Enhanced chemiluminescence solution
was from Merck Millipore. Toxicarioside O (TCO) was
isolated and purified from the seeds of Antiaris toxicaria
in our laboratory [4]. The purity of TCO was proved to be
≧95% by a chromatographic analysis. TCO was dissolved in
DMSO and stored at -20°C for experiment use in this study.
EX-527 was obtained from MedChemExpress. CQ and
3-MA were obtained from Sigma-Aldrich. The following
antibodies were used in this study: phosphorylated and total
forms of Akt, Phospho-p70S6 kinase, p70S6, phospho4E-BP1, 4E-BP1, and Atg5 were purchased from Cell
Signaling Technology; SQSTM1 and Beclin1 was from
Santa Cruz Biotechnology; LC3 was from Sigma-Aldrich;
PARP and SIRT1 was purchased from Abcam.

Cell viability assay
Cells were cultured in 96-well plates and exposed
to the tested compounds for 24 h. The cell viabilities
were determined by 3-(4,5-dimethylthiazol-2-yl)-2,5diphenyltetrazolium bromide (MTT) assay. Briefly, 10 μl
of MTT was added to each well and incubated for 4 h. The
medium was removed, and 150 μl of DMSO was added
to each well to dissolve the crystal formazan dye. The
absorbance was measured at 570 nm on an enzyme-linked
immunosorbent assay reader.

BrdU assay
BrdU signaling was assayed using a BrdU Cell
Proliferation Assay Kit (Abcam, ab126556). Briefly, cells
were cultured in 96-well plates and exposed to the tested
compounds for 24 h. Subsequently, 10 μM BrdU was
added to each well, and samples were incubated for 12 h
at 37°C. BrdU signaling was determined by measuring the
absorbance at 450 nm.

Flow cytometry
Cells were cultured and exposed to the tested
compounds for 24 h, harvested by trypsinization, and
washed with PBS, then resuspended and incubated in
PI/Annexin-V solution (KeyGEN Biotech) for apoptosis
analysis. At least 10,000 live cells were analyzed on a
52789
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FACSCalibur flow cytometer. Data were analyzed using
FlowJo7.6.1 software.

2. Brenner H, Kloor M, Pox CP. Colorectal cancer. Lancet.
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3. De Roock W, De Vriendt V, Normanno N, Ciardiello F,
Tejpar S. KRAS, BRAF, PIK3CA, and PTEN mutations:
implications for targeted therapies in metastatic colorectal
cancer. The Lancet Oncology. 2011; 12:594-603.

Western blotting
Cells were lysed with RIPA buffer (50 mM Tris, 1.0
mM EDTA, 150 mM NaCl, 0.1% SDS, 1% Triton X-100,
1% sodium deoxycholate, 1 mM PMSF). The concentrations
of protein were quantified using a BCA protein assay kit
(Thermo, 23227). Proteins were size-fractionated by 12%
SDS-PAGE and then transferred to PVDF membranes.
After blocking, the membranes were incubated with
primary antibodies at 4°C overnight and then incubated
with secondary antibodies at room temperature for 1 h.
The immunoreactivities were visualized by enhanced
chemiluminescence reagents (Millipore, WBKLS0100).

4. Zuo WJ, Dong WH, Jing C, Zhao YX, Chen HQ, Mei WL,
Dai HF. Two new strophanthidol cardenolides from the
seeds of Antiaris toxicaria. Phytochemistry Letters. 2013;
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Immunofluorescence
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Cells were fixed with 4% paraformaldehyde
for 30 min, washed three times with PBS, and then
incubated with 0.1% Triton X-100 for permeabilization.
Cells were stained with anti-LC3B polyclonal antibody
(Sigma, L7543) overnight at 4°C and then incubated
with Alexa Fluor 488–conjugated goat anti-rabbit IgG
(Abcam, ab150077) at room temperature for 1 h. Nuclei
were stained with DAPI. Images were captured using a
fluorescent microscope (OLYMPUS, BX53).
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Statistical analysis
Data analysis was performed using GraphPad
Prism 6.0. Statistical differences were determined using
a two-sample equal variance Student t test. Statistical
significance was defined as *P < 0.05. All data shown are
reported as mean ± SD.

11. Kroemer G, Marino G, Levine B. Autophagy and the
integrated stress response. Molecular cell. 2010; 40:280-293.
12. Rubinsztein DC, Codogno P, Levine B. Autophagy
modulation as a potential therapeutic target for diverse
diseases. Nature reviews Drug discovery. 2012; 11:709-730.

ACKNOWLEDGMENTS

13. Maes H, Rubio N, Garg AD, Agostinis P. Autophagy:
shaping the tumor microenvironment and therapeutic
response. Trends in molecular medicine. 2013; 19:428-446.

This work was funded by the National Natural Science
Foundation of China (81460557, 81560599, 81460020). We
thank LetPub (www.letpub.com) for its linguistic assistance
during the preparation of this manuscript.

14. Marino G, Niso-Santano M, Baehrecke EH, Kroemer G.
Self-consumption: the interplay of autophagy and apoptosis.
Nature reviews Molecular cell biology. 2014; 15:81-94.

CONFLICTS OF INTEREST

15. Green DR, Levine B. To be or not to be? How selective
autophagy and cell death govern cell fate. Cell. 2014;
157:65-75.

There is no any competing interest.

16. Elgendy M, Sheridan C, Brumatti G, Martin SJ. Oncogenic
Ras-induced expression of Noxa and Beclin-1 promotes
autophagic cell death and limits clonogenic survival.
Molecular cell. 2011; 42:23-35.

REFERENCES
1. Ferlay J, Soerjomataram I, Ervik M, Dikshit R, Eser S,
Mathers C, Rebelo M, Parkin DM, Forman D, Bray, F.
GLOBOCAN 2012 v1.0, Cancer Incidence and Mortality
Worldwide: IARC CancerBase No. 11 [Internet]. Lyon,
France: International Agency for Research on Cancer; 2013.
Available from: http://globocan.iarc.fr.
www.impactjournals.com/oncotarget

17. Liu R, Li J, Zhang T, Zou L, Chen Y, Wang K, Lei Y, Yuan
K, Li Y, Lan J, Cheng L, Xie N, Xiang R, et al. Itraconazole
suppresses the growth of glioblastoma through induction of
autophagy: involvement of abnormal cholesterol trafficking.
Autophagy. 2014; 10:1241-1255.
52790

Oncotarget

18. Yang PM, Liu YL, Lin YC, Shun CT, Wu MS, Chen CC.
Inhibition of autophagy enhances anticancer effects of
atorvastatin in digestive malignancies. Cancer research.
2010; 70:7699-7709.

of Antiaris toxicaria. Journal of Asian natural products
research. 2011; 13:561-565.
30. Dong WH, Mei WL, Zhao YX, Zeng YB, Zuo WJ, Wang
H, Li XN, Dai HF. Cytotoxic cardenolide glycosides
from the seeds of Antiaris toxicaria. Planta medica. 2011;
77:1730-1734.

19. Sun ZJ, Chen G, Hu X, Zhang W, Liu Y, Zhu LX, Zhou Q,
Zhao YF. Activation of PI3K/Akt/IKK-alpha/NF-kappaB
signaling pathway is required for the apoptosis-evasion in
human salivary adenoid cystic carcinoma: its inhibition by
quercetin. Apoptosis. 2010; 15:850-863.

31. Wang K, Liu R, Li J, Mao J, Lei Y, Wu J, Zeng J, Zhang
T, Wu H, Chen L, Huang C, Wei Y. Quercetin induces
protective autophagy in gastric cancer cells: Involvement
of Akt-mTOR- and hypoxia-induced factor 1α-mediated
signaling. Autophagy. 2014; 7:966-978.
32. Shi YH, Ding ZB, Zhou J, Hui B, Shi GM, Ke AW, Wang
XY, Dai Z, Peng YF, Gu CY, Qiu SJ, Fan J. Targeting
autophagy enhances sorafenib lethality for hepatocellular
carcinoma via ER stress-related apoptosis. Autophagy.
2011; 7:1159-1172.
33. Dou Q, Chen HN, Wang K, Yuan K, Lei Y, Li K, Lan J,
Chen Y, Huang Z, Xie N, Zhang L, Xiang R, Nice EC, et al.
Ivermectin Induces Cytostatic Autophagy by Blocking the
PAK1/Akt Axis in Breast Cancer. Cancer research. 2016;
76:4457-4469.
34. Donadelli M, Dando I, Zaniboni T, Costanzo C, Dalla
Pozza E, Scupoli MT, Scarpa A, Zappavigna S, Marra
M, Abbruzzese A, Bifulco M, Caraglia M, Palmieri M.
Gemcitabine/cannabinoid combination triggers autophagy
in pancreatic cancer cells through a ROS-mediated
mechanism. Cell death & disease. 2011; 2:e152.
35. Josset E, Burckel H, Noel G, Bischoff P. The mTOR
inhibitor RAD001 potentiates autophagic cell death induced
by temozolomide in a glioblastoma cell line. Anticancer
research. 2013; 33:1845-1851.
36. Kume S, Uzu T, Horiike K, Chin-Kanasaki M, Isshiki K,
Araki S, Sugimoto T, Haneda M, Kashiwagi A, Koya D.
Calorie restriction enhances cell adaptation to hypoxia
through Sirt1-dependent mitochondrial autophagy in mouse
aged kidney. The Journal of clinical investigation. 2010;
120:1043-1055.
37. Hariharan N, Maejima Y, Nakae J, Paik J, Depinho RA,
Sadoshima J. Deacetylation of FoxO by Sirt1 Plays an
Essential Role in Mediating Starvation-Induced Autophagy
in Cardiac Myocytes. Circulation research. 2010;
107:1470-1482.
38. Suzuki M, Bartlett JD. Sirtuin1 and autophagy protect cells
from fluoride-induced cell stress. Biochimica et biophysica
acta. 2014; 1842:245-255.

20. Ghosh HS, McBurney M, Robbins PD. SIRT1 negatively
regulates the mammalian target of rapamycin. PloS one.
2010; 5:e9199.
21. Ou X, Lee MR, Huang X, Messina-Graham S, Broxmeyer
HE. SIRT1 positively regulates autophagy and mitochondria
function in embryonic stem cells under oxidative stress.
Stem cells. 2014; 32:1183-1194.
22. Lee IH, Cao L, Mostoslavsky R, Lombard DB, Liu J, Bruns
NE, Tsokos M, Alt FW, Finkel T. A role for the NADdependent deacetylase Sirt1 in the regulation of autophagy.
Proceedings of the National Academy of Sciences of the
United States of America. 2008; 105:3374-3379.
23. Huang R, Xu Y, Wan W, Shou X, Qian J, You Z, Liu
B, Chang C, Zhou T, Lippincott-Schwartz J, Liu W.
Deacetylation of nuclear LC3 drives autophagy initiation
under starvation. Molecular cell. 2015; 57:456-466.
24. Fulda S, Kogel D. Cell death by autophagy: emerging
molecular mechanisms and implications for cancer therapy.
Oncogene. 2015; 34:5105-5113.
25. Ottensmeyer FP, Schmidt EE, Jack T, Powell J. Molecular
architecture: the optical treatment of dark field electron
micrographs of atoms. Journal of ultrastructure research.
1972; 40:546-555.
26. Shrestha T, Kopp B, Bisset NG. The Moraceae-based dart
poisons of South America. Cardiac glycosides of Maquira
and Naucleopsis species. Journal of ethnopharmacology.
1992; 37:129-143.
27. Dai HF, Gan YJ, Que DM, Wu J, Wen ZC, Mei WL. A new
cytotoxic 19-nor-cardenolide from the latex of Antiaris
toxicaria. Molecules. 2009; 14:3694-3699.
28. Dai HF, Gan YJ, Que DM, Wu J, Wen ZC, Mei WL. Two new
cytotoxic cardenolides from the latex of Antiaris toxicaria.
Journal of Asian natural products research. 2009; 11:832-837.
29. Dong WH, Mei WL, Zhao YX, Zeng YB, Wang H, Dai HF.
A new drimane sesquiterpenoid glycoside from the seeds

www.impactjournals.com/oncotarget

52791

Oncotarget

