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ABSTRACT
Angelica amurensis has traditionally been used to treat various medical problems.
In this report, we introduce cis-khellactone as a new anti-cancer agent, which was
isolated from the chloroform soluble fraction of the rhizomes of Angelica amurensis.
Its anti-cancerous effect was at first tested in MCF7 and MDA-MB-231 breast cell
lines, in which MCF7 is well known to be resistant to many anti-cancer drugs; MCF10A
normal breast cell line was used as a control. In vitro experiments showed that ciskhellactone suppressed cell growth and proliferation at a relatively low concentrations
(<5 μg/ml) and decreased cell viability at high concentrations (>10 μg/ml) in both
cancer cell lines in a time- and concentration-dependent manner. This anti-cancerous
effect was also checked in additional 16 different types of normal and cancer cell
lines. Cis-khellactone treatment significantly suppressed cell proliferation and
enhanced cell death in all tested cancer cell lines. Furthermore, Western blot analysis
showed that cis-khellactone induced three types of programmed cell death (PCD):
apoptosis, autophagy-mediated cell death, and necrosis/necroptosis. Cis-khellactone
concentration-dependently decreased cell viability by increasing the level of reactive
oxygen species (ROS) and decreasing mitochondrial membrane potential (MMP),
which are related to all three types of PCD. Mitochondrial fractionation data revealed
that cis-khellactone induced the translocation of BAX and BAK into mitochondria as
well as the overexpression of VDAC1, which probably accelerates MMP disruption and
finally cell death. Importantly, our extended in vivo studies with xenograft model
further confirmed these findings of anti-cancerous effects and showed no harmful
effects in normal tissues, suggesting that there would be no side effects in humans.

one or more anti-cancer drugs to directly cure cancer or
to reduce symptoms. Traditional chemotherapeutic agents
are cytotoxic to cancer cells, interfering with cell division
(mitosis), dysregulating cellular metabolism, or inhibiting
biosynthesis of nucleic acids or proteins. However, many
of these drugs have adverse effects.

INTRODUCTION
Despite advances in cancer treatment, it remains
a critical health issue for people worldwide. Cancer
treatments primarily include surgery, radiation therapy,
hormone therapy, and chemotherapy. Chemotherapy uses
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A significant issue with chemotherapy is the
resistance of cancer cells to many anti-cancer drugs.
Different types of cancer cells show varying levels of
susceptibility to anti-cancer drugs and even resistance
toward one or more types of cell death. Cancer cells
promote and aggravate tumorigenesis by increasing
resistance to cell death. For years, much effort has been
focused on characterizing apoptosis in cancer research,
and most of the currently available anti-cancer drugs are
designed to trigger apoptosis in tumor cells. However,
many malignant cells have acquired strong resistance to
these anti-cancer drugs, owing to defects in their apoptotic
machinery (e.g., defective p53 or absence of caspases).
One strategy to overcome this resistance is to target
different types of cell deaths. For a long time, cell death
has traditionally been divided into two types: programmed
cell death (apoptosis) and non-programmed accidental
cell death (necrosis). However, our understanding of cell
death has been changed dramatically. Eukaryotic cells are
now thought to undergo different types of programmed
cell death (PCD) through multiple signaling pathways,
depending upon different stimuli and environmental
factors. PCD is now divided into three main types: Type
I, caspase-dependent apoptosis; Type II, autophagymediated cell death; and Type III/IV, caspase-independent
necrosis/necroptosis [1–6]. Apoptosis can occur via either
the death receptor-mediated extrinsic pathway or the
mitochondria-mediated intrinsic pathway. Autophagy
can promote both cell survival and death, although its
dual role in cancer remains unclear. Autophagy-mediated
cell death uses autophagic machinery that is used for cell
survival to induce cell death [7–13]. Necrosis is a form
of programmed necrotic cell death mediated by receptorinteracting protein 1 and 3 (RIP1 and RIP3) kinases
[14–21]. Necrosis has long been considered to be a nonprogrammed cell death; however, emerging evidences
suggest that necrosis can also be a kind of PCD. Therefore,
a new type PCD, necroptosis, was proposed by Xin Teng
[14]. Many recent studies have suggested that these three
PCD pathways are interconnected [6][22]. Thus, our aim

has been to discover new anti-cancer drugs that can induce
all three types of PCD in cancer cells.
Another major issue with chemotherapeutic agents
is their toxicity to normal tissues. Many currently available
anti-cancer drugs are synthetic chemical compounds that
can cause long-lasting adverse effects in humans. Thus,
effective anti-cancerous agents that have fewer toxic side
effects than those presently available are highly sought
after. Plant extracts have gained considerable attention as
a new source of anti-cancer drugs, and numerous research
groups have studied traditional medicinal plants. Thus, we
sought to find natural compound that selectively kill only
tumor cells without harming normal cells.
This present study aimed to discover a new harmless
anti-cancer drug that can trigger more than one type of
PCD in cancer cells. For this purpose, we initially focused
on cis-khellactone from the chloroform soluble fraction of
the rhizomes of Angelica amurensis. Angelica amurensis
has been used as a traditional herbal medicine for the
treatment and alleviation of various illnesses and ciskhellactone derivatives have been reported to exhibit a
variety of biological effects for the treatment of AIDS,
diabetes, malaria and other diseases [23–27].
In this study, we found that cis-khellactone (Figure
1) possesses anti-cancerous activity against several
different types of cancer cell lines by suppressing cell
growth and proliferation or by accelerating three types
of PCD (apoptosis, autophagy-mediated cell death, and
necrosis/necroptosis).

RESULTS
Effects of cis-khellactone on the proliferation
and viability of MCF7 and MDA-MB-231
breast cancer cell lines
Cytotoxic activities of cis-khellactone were
evaluated by assessing its effects on the proliferation
and viability of MCF7 and MDA-MB-231 human breast
cancer and MCF10A normal cell lines. In particular,

Figure 1: The molecular structure of cis-khellactone.
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MCF7 was chosen as a good model system to test our
hypothesis because it reportedly has a high resistance to
many pro-apoptotic anti-cancer drugs; such resistance is
probably due to the absence of key proteins (e.g. caspase3
and RIP3) in the processes of apoptosis and necrosis/
necroptosis. Briefly, three cell lines were plated onto
24-mm culture dishes and allowed to form a confluent
monolayer for 24 h. These cells were then cultured in
the absence and presence of various concentrations of
cis-khellactone (0, 1, 2.5, 5, 10, 20, 30, 40, 50, or 100
μg/ml) for 0, 24, 48, and 72 h. Morphological changes
were first screened under a microscope. Interestingly, ciskhellactone showed a strong cytotoxic effect on MCF7
and MDA-MB-231 cells, but not on MCF10A cells
(data not shown). Therefore, we further tested the effects
of cis-khellactone on cell growth and morphological
changes in a time- and concentration-dependent manner.
At a relatively low concentration of cis-khellactone (2.5
or 5 μg/ml), cell growth and proliferation of MCF7 and
MDA-MB-231 cells were significantly delayed compared
with cells treated with DMSO alone (Figure 2A and
2B). In addition, cell numbers decreased after treatment
for 72 h at relatively high concentrations (10 or 20 μg/
ml), indicating that cell death was induced (Figure 2A
and 2B). These data suggest that cis-khellactone greatly
suppressed the proliferation and viability of cancer cells in
a time- and concentration-dependent manner. Importantly,
MCF10A cells appeared to be much less sensitive to ciskhellactone treatment than the MCF7 and MDA-MB-231
cancer cells, implying that normal cells are less affected
by this compound (Figure 2C). It is meaningful that ciskhellactone may be able to inhibit and delay aggressive
cancer cell growth and proliferation without adversely

affecting normal cells. In a subsequent experiment,
microscopic examination confirmed the results of the
cell growth data (Figure 3A, 3B, and 3C). Again, this
data suggests that cis-khellactone greatly affects cell
proliferation and viability in a concentration-dependent
manner.
Collectively, our data suggest that cis-khellactone
acts as an anti-cancer drug by inhibiting cancer cell
proliferation at low concentrations and inducing cell death
at high concentrations with minimal toxicity to normal
cells.

Anti-tumor activity of cis-khellactone in various
cancer cell lines
The cytotoxic activity of cis-khellactone in
MCF7 and MDA-MB-231 cancer cells suggested the
possibility of similar effects in other types of cancer cells.
Therefore, this investigation was extended to include
16 more different types of normal and cancer cell lines.
The cytotoxic effect of cis-khellactone was assessed by
using MTT assay after each cell line was treated with
either DMSO alone (control) or 10 or 20 μg/ml of ciskhellactone, which was the concentration with the best
induction of cell death in the MCF7 and MDA-MB-231
cells. The data revealed significant cytotoxic activity
in most of the tested cancer cell lines treated with ciskhellactone (Figure 4). However, normal cells were found
to be much less sensitive to cis-khellactone than cancer
cell lines (Figure 4).
Taken together, these results suggest that the ciskhellactone has strong anti-tumoral activity and could
potentially be used to treat a variety of cancer types.

Figure 2: Effect of cis-khellactone on the cell proliferation and viability of MCF7, MDA-MB-231, and MCF10A breast
cancer and normal cell lines. Growth curve of MCF7 (A), MDAMB-231 (B), and MCF10A (C) cells are shown after treatment with
indicated concentrations of cis-khellactone. MCF7, MDA-MB-231, and MCF10A cells were treated with DMSO alone (control) or with 1,
2.5, 5, 10 or 20 μg/ml of cis-khellactone for 24, 48, or 72 h. After indicated time periods, the cells were collected and viability was evaluated
as described in Materials and Methods. The number represents the viable cells of each cell line.
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Induction of three types of PCD by
cis-khellactone in MCF7 and MDA-MB-231
cancer cell lines

apoptosis at shorter exposure times, whereas prolonged
treatment triggered, all three PCD, especially and
mainly necrosis/necroptosis at 48 h (Figure 5). Many
studies have reported that autophagy protects cells from
cell death in response to apoptosis inducing stresses
or anti-cancer drug treatment. Even though autophagy
is at first induced for the cell survival, extended and
prolonged stresses finally induce autophagy-mediated
cell death as well as other types of cell deaths such as
apoptosis and necrosis/necroptosis. Our data also revealed
similar results. Treatment with cis-khellactone started to
decrease p62/SQSTM1 expression levels and to induce
the conversion of LC3-I to LC3-II after 24 h, suggesting
that autophagy was at first induced probably for the cell
survival because no cell death was detected at this time
(Figure 5). However, longer treatment of cis-khellactone
induced cell death, in which the high level of changes
were detected in the p62/SQSTM1 expression levels

After determining that cis-khellactone has anticancer properties, we next sought to elucidate the
underlying mechanism of this effect. We found that
concentration of cis-khellactone higher than 10 μg/ml
significantly induced cell death. To determine what types
of cell death cis-khellactone can induce, both cancer cell
lines were treated with either DMSO alone (control)
or 2.5, 5, or 10 μg/ml of cis-khellactone for 24 and 48
h. Whole cell lysates were prepared and subjected to
the Western blot analysis. Our results showed that ciskhellactone induced all three types of PCD (apoptosis,
autophagy-mediated cell death, and necrosis/necroptosis)
depending upon the exposure time and concentration. The
data showed that cis-khellactone induced autophagy and

Figure 3: Microscopic morphology of MCF7, MDA-MB-231, and MCF10A cells at various times after treatment with
indicated concentrations of cis-khellactone. MCF7, MDA-MB-231, and MCF10A cells (2×104) were plated onto 6-well tissue

culture dishes and allowed to form a confluent monolayer. Cells were either left untreated (control) or treated with 1, 2.5, 5, 10 or 20 μg/ml
of cis-khellactone for 24, 48, or 72 hours. Phenotypes of MCF7 (A), MDA-MB-231 (B), and MCF10A (C) cells were photographed under
the microscope (Black bar=100 μm). One representative experiment of three is shown.
www.oncotarget.com
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Figure 4: Cell viability, proliferation, and cytotoxicity assay in 18 different types of cancer and normal cell lines after
treatment with cis-khellactone. Each cell line (2×104/ml) was plated onto 96-well tissue culture dishes for 24 h and then treated either
with DMSO alone (control) or with 10 or 20 μg/ml of cis-khellactone for 24 h. Cell viability, proliferation, and cytotoxicity of each cell line
were tested as described in Materials and Methods.

Figure 5: Effect of cis-khellactone on three types of PCD (apoptosis, autophagy-mediated cell death, and necrosis/
necroptosis) in MCF7 and MDA-MB-231 cancer cells. MCF7 and MDA-MB-231 cells were cultured and treated with 2.5, 5,

and 10 μg/ml for 24 or 48 h, while control cells were treated with DMSO alone. Cell lysates were examined by Western blot analysis by
using following corresponding biomarkers or regulatory proteins of the different types of cell death; PARP for apoptosis, p62 and LC3 for
autophagy, and CypA for necrosis/necroptosis; γ-tubulin was used as an internal control. The result of Western blot was quantified by using
ImageJ program.
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and LC3 conversion rates. Therefore, we assumed that
autophagy was induced at early times (24 h) probably for
cell survival and then autophagy-mediated cell death was
finally induced at later times. Its treatment also increased
the level of cleaved PARP at both 24 and 48 h (Figure
5). Moreover, the export of CypA protein into the extracellular environment increased significantly after 48 h of
treatment in both cell lines, indicating the induction of
necrosis/necroptosis (Figure 5). When both cancer cells
were treated with concentrations higher than 10 μg/ml, cell
death was significantly induced even after 24 h (data not
shown). Altogether, these results strongly suggest that ciskhellactone renders cancer cells more sensitive to three
different types of PCD.
In addition, the effect of cis-khellactone on cell
migration was also tested by employing a conventional
wound healing assay, in which MCF7 and MDAMB-231 cancer cells were treated with 2.5 or 5 μg/ml ciskhellactone and their migration was found to be inhibited
(Supplementary Figure 1).
Taken together, our results showed that ciskhellactone acts as an anti-cancer drug by inhibiting
cell growth and migration at low concentration and
accelerating three types of PCD (apoptosis, autophagymediated cell death, and necrosis/necroptosis) at high
concentrations in MDA-MB-231 and MCF7 cancer cells.

of PCD by regulating ROS production in cancer cells. To
test this hypothesis, MCF7 and MDA-MB-231 cells were
grown and treated with two different concentrations of ciskhellactone (5 and 10 μg/ml) in complete media for 24 or
48 h, and intracellular ROS content was evaluated using
DCFH-DA. However, it was not possible to measure ROS
after treatment with 10 μg/ml of cis-khellactone due to
cell death. Therefore, further study was done with 5 μg/ml
of cis-khellactone. The results showed that cis-khellactone
treatment induced much higher levels of ROS in both
cancer cell lines compared with the MCF10A normal cells
(Figure 6A). ROS levels were about four or two times
higher in MCF7 and MDA-MB-231 cells, respectively,
compared with untreated control cells (Figure 6A). In
contrast, ROS levels were found to be slightly decreased
in MCF10A cells (Figure 6A). These results suggest that
cis-khellactone treatment leads to the generation of much
higher levels of ROS in cancer cells and may therefore
provide stronger cell death signals to malignant cells
compared with normal MCF10A cells. Next, the effect of
cis-khellactone on MMP levels was also evaluated. Ciskhellactone treatment led to a rapid decrease in MMP
in both cancer cell lines but not in normal cells (Figure
6B). In addition, when we checked the effect of ciskhellactone on cellular ROS and MMP levels in timeand concentration dependent ways, their changes were
detected earlier than the cell death. Considering these data,
we therefore conclude that cis-khellactone at first induces
ROS generation and mitochondrial depolarization, which
eventually stimulates three types of cell deaths.
To investigate how cis-khellactone affects cellular
ROS levels and MMP, we checked the expression levels
of many mitochondrial proteins that play vital roles in the
initiation of PCD. Among them, BAX, BAK, and voltagedependent anion channel 1 (VDAC1) proteins were
found to be greatly affected by cis-khellactone treatment
(Figure 6C). It is well known that cell death induced by
many stimuli involves early mitochondrial activation,
which is responsible for the subsequent disruption of
mitochondrial respiratory chain (MRC) proteins, increased
ROS production, loss of MMP, cytochrome c release, and
ultimately cell death. Many different types of cellular
stresses induce the release of cytochrome c from the
mitochondria into the cytosol, which enhances caspases
activation and promotes apoptosis and/or necrosis/
necroptosis [38–39]. This process involves dynamic
changes in the Bcl-2 family of proteins (e.g. BAX, BAK,
Bcl-2, and Bcl-xL), opening of permeability transition
channels, and the loss of MMP. Our data showed that
cis-khellactone increased the level of BAX and BAK
but not Bcl-2 and Bcl-xL (Figure 6C). It is known that
the oligomeric form of the pro-apoptotic protein BAX
stimulates cytochrome c release. In addition, we found
that levels of the VDAC1mitochondrial outer membrane
protein also increased in mitochondria in response to ciskhellactone treatment. VDAC1 is known to be localized

Regulation of three types of PCD by ciskhellactone through the controlling of reactive
oxygen species (ROS) and mitochondrial
membrane potential (MMP)
The next phase of the experiment was designed to
elucidate how cis-khellactone can induce three types of
PCD. We initially focused on the effect of cis-khellactone
on mitochondrial main functions, regulation of the cellular
ROS level and MMP, because eukaryotic mitochondria
is known to play vital roles in all three types of PCD
[28–30]. In general, cell death inducing many types of
stresses (e.g. hypoxia, nutrient starvation, and anti-cancer
drugs) increase ROS level and decrease MMP, which
make malfunctioned mitochondria and finally stimulate
cell death. Mitochondrial metabolism usually produces
physiologic ROS to support cell survival; it regulates
cellular metabolism, cell signaling, and homeostasis.
However, stressful environments (e.g., exposure to
ultraviolet light, heat exposure, or nutrient stress)
significantly increase ROS levels, which eventually results
in significant damage to cell structures and ultimately
all three types of PCD depending upon the ROS levels
[31]. Somewhat higher levels of ROS can induce cell
death through autophagy [32]. Very high ROS levels
induce apoptosis through both the extrinsic and intrinsic
pathways, and an even higher ROS levels can cause
necrosis/necroptosis [33–37]. Considering all these, it
was suspected that cis-khellactone may induce three types
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in the outer mitochondrial membrane and performs
several important functions in the cell, including the
regulation of cell deaths [40–42] VDAC1 is a key player
in mitochondria-mediated apoptosis, participating in the
release of mitochondrial pro-apoptotic proteins into the
cytosol (e.g. cytochrome c, AIF, and Smac/DIABLO) [43].
Emerging research has revealed that overexpression and

dysregulation of this channel could lead to apoptosis and
a variety of diseases including cancer. In addition, VDAC1
oligomerization increases significantly with the induction
of apoptosis [44].
Altogether, our data strongly suggest that ciskhellactone induces all three types of PCD in MCF7 and
MDA-MB-231 cancer cells at least partly by regulating

Figure 6: Effect of cis-khellactone on cellular levels of reactive oxygen species (ROS) and mitochondrial membrane
potential (MMP). (A) Increased ROS production after cis-khellactone treatment in MCF7 and MDA-MB-231 cells. MCF7 and MDA-

MB-231 cells were cultured in complete media for 24 h and then treated with 5 μg/ml for 24 h, in which control cells were treated with
DMSO alone. Cells were collected and 2.5 × 104 MCF7 cells were plated onto 96-well plates. ROS levels were measured after adding DCFHDA (see Materials and Methods). The data represent the means ± SD from the three independent experiments (P<0.05). (B) Decreased
MMP after cis-khellactone treatment in MCF7 and MDA-MB-231 cells. MCF7 and MDA-MB-231 cells were cultured in 96-well tissue
culture dishes with DMEM media, followed by treatment with 5 μg/ml of cis-khellactone for 2 h. Mito-ID Membrane Potential Dye
Loading Solution was added to each well, and plates were incubated for 30 min at room temperature. MMP was assessed by measuring the
resulting fluorescence with a Gemini XPA Microplate Reader. For a positive control, 4 μM carbonyl cyanide 3-chlorophenylhydrazone, an
uncoupler of oxidative phosphorylation, was used (see Materials and Methods). The data represent the means ± SD from three independent
experiments (P<0.05). (C) Mitochondrial fractionation after cis-khellactone treatment. Mitochondrial fractionation was performed as
previously described [23], using HSP60 and γ-tubulin as mitochondrial and cytosolic fractionation markers, respectively. The result of
Western blot was quantified by using ImageJ program.
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two important mitochondrial functions, induction of
cellular ROS generation and suppression of MMP.

231 tumor-bearing mice. When tumors were approximately
50 to 100 mm3 in volume, mice were treated with 1, 3,
or 5 mg/kg cis-khellactone. The suppression of tumor
growth was found to be inhibited by up to 85% in all ciskhellactone treatment groups compared with the untreated
control group (P <0.01) (Figure 7A). No significant
differences were found in tumor growth suppression
among three group with the different dosage, suggesting
that cis-khellactone can inhibit tumor growth even at
small dosages. Very importantly, immunohistological

In vivo confirmation of cis-khellactone as an
anti-cancerous drug using xenograft model
To confirm the effectiveness of cis-khellactone as
an anti-cancer drug in vivo, a xenograft model was used
as described in Materials and Methods. In vivo anti-tumor
activity of cis-khellactone was investigated in MDA-MB

Figure 7: In vivo assessment of cis-khellactone anti-tumor activity in a murine model. (A) Change in tumor volume after

cis-khellactone treatment of a nude mouse. Tumor-bearing mice were injected with MDA-MB-231 cancer cells as mentioned in Materials
and Methods. When tumors were approximately 50 to 100 mm3 in volume, mice in each treatment group were intravenously injected via
the tail vein with cis-khellactone (at a dose of 1, 3, or 5 mg/kg) once every 3 days. Control groups received only normal saline (*P<0.01,
n = 5, Student’s t test). (B) Representative images of H&E staining of five major organs (heart, lung, liver, spleen, and kidney) and tumor.
Mice were sacrificed at 30 days after the initial drug administration and tissue samples were immediately collected. Scale bar = 140 μm.
(C) Induction of three PCD in xenograft mice tumor model with MDA-MB-231 cells were tested by employing Immunohistochemistry
(IHC). Three PCD were checked with cleaved caspase 3 for apoptosis, LC3 for autophagic cell death, and CypA for necrosis/necroptosis.
www.oncotarget.com
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DISCUSSION

analysis revealed that five representative organs from
treated groups showed similar cytotoxic effects to that of
the control group, suggesting that cis-khellactone affects
only tumor cells but not normal cells (Figure 7B). In
addition, we also checked whether cis-khellactone indeed
can induce apoptotic, autophagic and necrotic cell deaths
in xenograft mice tumor model with MDA-MB-231 cells,
which showed the similar result with that of in vitro data.
All three PCD were induced in MDA-MB-231 cells,
relatively higher level of autophagy and apoptosis but
lower level of necrosis/necroptosis (Figure 7C).
Taken together, our results suggest that ciskhellactone effectively inhibit tumor growth with minimal
toxicity to normal tissues and organs.

Our ultimate goal is to develop a more effective
anti-cancer drug with no toxicity to human. To
overcome resistance of cancer cells to anti-cancer
drugs, we have sought ways to induce several types of
cell deaths simultaneously, using plant extracts with
known medical properties. Our model shows how ciskhellactone functions as an anti-cancer agent in cancer
cells (Figure 8). According to our results, cis-khellactone
appears to possess time- and concentration-dependent
anti-proliferation activity in all tested cancer cell lines.
Interestingly, cis-khellactone also can induce three
different types of PCD in malignant cells, including

Figure 8: Schematic diagram showing how cis-khellactone from Angelica amurensis can induce three types of PCD
(apoptosis, autophagy-mediated cell death, and necrosis/necroptosis). Cis-khellactone affected cell growth and viability of

several different types of cancer cells in a time- and concentration-dependent manner. In vitro experiments showed that cis-khellactone
can suppress cell growth and proliferation of cancer cells and inhibit migration at relatively low concentrations (2.5 and 5 μg/ml). Ciskhellactone can also induce three types of programmed cell death (apoptosis, autophagy-mediated cell death, and necrosis/necroptosis)
at higher concentrations (10-20 μg/ml). Cis-khellactone induces autophagy, apoptosis, and necrosis/necroptosis in cancer cells in part by
increasing ROS levels and decreasing MMP in cancer cells with minimal effects in normal cells. These findings were confirmed by in vivo
experiments using xenografts.
www.oncotarget.com
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Cell lines, cell culture, and treatment of cancer
cells with cis-khellactone

autophagy-mediated cell death at relatively low
concentrations and apoptosis and necrosis/necroptosis at
high concentrations. Importantly, cis-khellactone does
not affect the viability of normal cells. In the effort of
finding how cis-khellactone can induce three PCD, we
at first checked two main mitochondrial functions, ROS
levels and MMP because the redox balance is often
impaired in cancer cells compared with normal cells.
Our data revealed that cis-khellactone treatment led to
the generation of much higher levels of ROS, signaling
cell death in malignant cells but not in normal cells. In
addition, its treatment also could lead to a rapid decline
of MMP, rupture of the mitochondrial membrane, and
ultimately cell death. Our data also suggest that ciskhellactone may be a good chemotherapeutic candidate for
many different types of cancers, when used in combination
with other cancer therapies.
In conclusion, our findings could contribute to the
development of more effective but less toxic anti-cancer
drugs. In addition, these results help lay the groundwork
for the design and discovery of new anti-cancer drugs.

Nine breast cancer cell lines (MCF7, MDAMB-231, BT20, BT549, T47D, SKBR3, MDA-MB-453,
HS578T, and MDA-MB-468), two colon cancer cell
lines (HCT116 and HT-29), two cervical cancer cell lines
(HeLa and SiHa), human embryonic kidney cell lines
(HEK293T and HEK293), and normal human and mouse
cell lines (MEF and NIH3T3) were cultured in Dulbecco’s
Modified Eagle’s Medium (DMEM, WelGENE Inc.,
Korea) supplemented with 10% fetal bovine serum (FBS)
(Gibco BRL, USA) and 1% Antibiotic-Antimycotic
solution (Gibco BRL, Cat#15240-062, USA). A normal
human MCF10A mammary epithelial cell line was grown
in DMEM/F-12 medium (Gibco BRL, Cat#11330-032,
USA) supplemented with 20 ng/ml of epidermal growth
factor (EGF) (Sigma-Aldrich, Cat#E9644, USA), 100
ng/ml of cholera toxin (Sigma-Aldrich, Cat#C-8052,
USA), 10 μg/ml of insulin (Sigma-Aldrich, Cat#I-9278,
USA), 0.5 mg/ml of hydrocortisone (Sigma-Aldrich,
Cat#H-0888, USA), 5% horse serum (Invitrogen,
Cat#16050-122, Korea), and 1% Antibiotic-Antimycotic
solution. All cells were cultured at 37°C in a humidified
atmosphere composed of 95% air and 5% CO2. The SiHa
cell line was obtained from the Korean Cell Line Bank
(KCLB #30035); other cell lines were purchased from
the American Type Culture Collection (ATCC). All cell
lines were treated with either DMSO alone as a control
or with 1, 2.5, 5, 10, or 20 μg/ml of cis-khellactone for
the indicated times.

MATERIALS AND METHODS
Preparation of cis-khellactone from
Angelica amurensis
A phytochemical study on Angelica amurensis led
to the isolation and structural characterization of ciskhellactone (PubChem CID: 11097348). The rhizomes
of Angelica amurensis (1.5 kg) were re-dried and freezedried for 2 days and subjected to extraction at room
temperature with MeOH three times (5 L each) over
one week. The methanolic extract was filtered through
a Buchner funnel using Whatman No. 1 filter paper. The
methanolic residue (211.4 g) was diluted with water and
partitioned against chloroform (38.3 g). The chloroformsoluble extracts were chromatographed on silica gel (10
× 40 cm, 230–400 mesh) that acted as the stationary
phase with a solvent system [hexane (5 L), hexaneCH2Cl2 (1 : 1 v/v, 5 L), CH2Cl2 (5 L), CH2Cl2MeOH (19
: 1 v/v, 5 L), CH2Cl2-MeOH (15 : 5 v/v, 5 L), CH2Cl2MeOH (1 : 1 v/v, 5 L), CH2Cl2-MeOH (5 : 15 v/v, 5 L),
CH2Cl2-MeOH (1 : 19 v/v, 5 L), MeOH (2 L)] to afford 9
pooled fractions (Fr:01–Fr:09). Fraction F06 [eluted with
CH2Cl2-MeOH (15:5 v/v); 7.4 g] was chromatographed
over silica gel (5 × 40 cm, 230–400 mesh; n-hexaneEtOAc gradient from 20 : 1 to 1 : 1 v/v, final 100%
MeOH) resulting in 14 sub fractions (Fr:06–01 to
Fr:06–14) on the basis of TLC profiles. By comparing
the spectral data (1H NMR (400 MHz, CDCl3) δ: 6.27
(d, 9.5), 7.67 (d, 9.5), 7.34 (d, 8.7), 6.81 (d, 8.7), 3.89
(d, 5.0), 5.23 (d, 5.0), 1.42 (s), 1.48 (s)) with previous
report [45], the major compound was identified as ciskhellactone (Supplementary Figure 2).
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Cell viability analysis
Cell viability was analyzed using the Cell Viability,
Proliferation & Cytotoxicity Assay Kit (EZ-CYTOX, Cat#
EZ-3000, DoGen, Korea) according to the manufacturer’s
instructions, and experiments were conducted in triplicate.
Briefly, cells (2 × 104/well) were grown in 96-well plates
containing DMEM medium and exposed to indicated
concentrations of cis-khellactone. After 24 or 48 h, 10 μl
of CCT was added to the medium and cells were incubated
in a CO2 incubator at 37 °C for 30 min. Cell viability was
assessed by measuring the absorbance at 450 nm with a
Gemini XPA Microplate Reader. The number of viable
cells was also evaluated using a trypan blue staining
method.

Analysis of autophagy, apoptosis, and necrosis/
necroptosis
Autophagy, apoptosis, and necrosis/necroptosis
were analyzed by Western blot with the following
corresponding biomarkers or regulatory proteins: p62
and LC3 for autophagy; PARP for apoptosis; CypA for
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necrosis/necroptosis. Necrosis/necroptosis was evaluated
by measuring levels of the extracellular CypA biomarker
protein, which is released from necroptotic cells [46].

fluorescence signal following aggregation of the MitoID dye. MMP was assessed by measuring the resulting
fluorescence with a Gemini XPA Microplate Reader,
using an excitation wavelength of 480 nm and an emission
wavelength of 590 nm.

Western blotting
Cells were centrifuged, washed in ice-cold
phosphate-buffered saline (PBS), and then lysed in
radio immunoprecipitation assay (RIPA) lysis buffer.
The amount of protein was quantified using a protein
assay kit (Bio-Rad, Korea). Each sample was subjected
to SDS-PAGE and transferred to an Immobilon Transfer
Membrane (Millipore, Cat#IPVH00010). The filter
was incubated with each corresponding antibody, and
immune-detection was carried out using the PowerOptiECL Western blotting detection reagent (Bio-Rad,
Korea). The following antibodies were used in this study:
PARP (Cell Signaling, Cat#9542S), BAX (Santa Cruz
Biotechnology, Cat. sc7480), BAK (Cell signaling, Cat.
3814S), cyclophilin A (CypA)(Enzo Life Sciences, BMLSA296), LC3 (Enzo Life Sciences, ALX-803-082), p62/
SQSTM1 (Cell Signaling, Cat#5114), VDAC1 (Santa
Cruz Biotechnology, Cat. sc-32063), HSP60 (Santa
Cruz Biotechnology, Cat. sc13966), β-actin (Santa Cruz
Biotechnology, Cat. sc-47778), and γ-tubulin (Santa
Cruz Biotechnology, Cat. sc-7396). The result of Western
blot was quantified by using ImageJ program (Image
Processing and Analysis in Java, wsr@nih.gov).

Preparation of mitochondrial fractions
Cells were centrifuged at 2,000 rpm for 5 min,
washed in ice-cold PBS, and resuspended with hypotonic
lysis buffer (220 mM mannitol, 10 mM HEPES, 2.5
mM PO4H2 K, 1 mM EDTA, 68 mM sucrose, and 1 mM
PMSF). They were kept on ice for 60~90 min and then
centrifuged at 1,000 × g for 5 min at 4°C. The pellets were
resuspended in mitochondrial fraction buffer and pipetted
every 10 min during the incubation on ice. After removing
cellular debris by centrifugation at 1,500~2,000 × g at 4
°C for 5 min, the supernatant was transferred to a fresh
tube and centrifuged at 10,000~14,000 ×g for 5 min at
4°C. At this point, the supernatant and pellet represented
the cytosolic and mitochondrial fractions, respectively.
For better purity, the supernatant was centrifuged again
following the same protocol. Pellets were resuspended
with RIPA buffer and used for Western blot analysis as
described in Materials and Methods. Total protein, as well
as cytosolic and mitochondria fractions, were prepared for
Western blot analysis.

In vivo anti-tumor activity

Measurement of reactive oxygen species (ROS)

The anti-tumor activity of cis-khellactone was
evaluated in MDA-MB-231 tumor-bearing mice. Twenty
mice were divided into one control and three treatment
groups, which received different concentrations of ciskhellactone. There were five mice in each group. When
tumors were approximately 50 to 100 mm3 in size, mice
in the treatment groups were intravenously injected via
the tail vein with cis-khellactone (at a dose of 1, 3, or 5
mg/kg) once every 3 days. Control groups were injected
with normal saline. Tumor size was measured daily for
30 days and the tumor volumes were calculated as a ×
b2/2, where “a” and “b” indicate the largest and smallest
diameters, respectively. Mice were sacrificed 30 days after
drug administration. Tissue samples, including heart, lung,
liver, spleen, and kidney, were immediately collected for
pathological analysis.

Cells were treated with cis-khellactone for 24 h,
collected, washed with PBS, and centrifuged in 15 ml
conical tubes at 1,000 rpm for 2 min. Approximately
~5 × 104 cells in 50 μl of PBS were transferred onto 96well plates and 50 μl of 200 μM 2′,7′dichlorodihydrofluorescein diacetate (DCFH-DA) was added with
multichannel-pipettes (PIPETMAN, Gilson) into each
well to achieve a final DCFH-DA concentration of
100 μM. ROS levels were detected by measuring the
amount of fluorescence from DCFH-DA at an excitation
wavelength of 485 nm and an emission wavelength of
535 nm every 5 min for 30 min with a Gemini XPA
Microplate Reader.

Measurement of mitochondrial membrane
potential (MMP)

Hematoxylin and eosin (H&E) staining

MMP was determined using a Mito-ID Membrane
Potential Cytotoxicity Kit (Enzo Life Sciences,
Farmingdale, NY, USA). Briefly, cells were cultured in 96
well tissue culture dishes (SPL Life Science, Korea) with
DMEM media, followed by cis-khellactone treatment for
2 h. Mito-ID Membrane Potential Dye Loading Solution
was added to each well, followed by 30 min of incubation
at room temperature. Mitochondria produce an orange
www.oncotarget.com

H&E staining was conducted following standard
procedures. Briefly, after nude mice with MDA-MB
231 xenografts were sacrificed, tissue from the heart,
lung, liver, spleen, kidney and tumor were fixed in 4%
paraformaldehyde for 24 h, washed in PBS buffer, and
then embedded in paraffin. Tissue samples were then
sliced into 5 μm sections and stained with H&E.
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Immunohistochemistry (IHC)

2000; 192:571–80. https://doi.org/10.1084/jem.192.4.571
PMID:10952727.

Formalin-fixed and paraffin-embedded sections of
5-mm thickness were dried at 60°C for 1 h, deparaffinized
in xylene, rehydrated through graded alcohols, and
immersed for 15 min in PBS buffer. For antigen retrieval,
the sections were microwaved in 0.01 M citrate buffer
(pH 6.0) for 20 min. After the microwave pretreatment,
the endogenous peroxidase activity was blocked with 3%
hydrogen peroxidase in methanol for 10 min. The sections
were incubated for 20 min with normal horse serum to
block nonspecific staining. The sections were sequentially
incubated with a primary antibody to cleaved caspase-3
(1:500, Cell signaling, Cat#9661S), LC3 (1:500, Enzo
Life Sciences, ALX-803-082), CypA (1:500, Enzo Life
Sciences, BML-SA296), a biotinylated secondary antibody
(DAKO envisioin kit), and 0.06% diaminobenzidine
containing 0.01% hydrogen peroxidase. Finally, the
sections were counterstained with hematoxylin.

4. Danial NN, Korsmeyer SJ. Cell death: critical control
points. Cell. 2004; 116:205–19. https://doi.org/10.1016/
S0092-8674(04)00046-7.
5. Günther C, Martini E, Wittkopf N, Amann K, Weigmann
B, Neumann H, Waldner MJ, Hedrick SM, Tenzer S,
Neurath MF, Becker C. Caspase-8 regulates TNF-α-induced
epithelial necroptosis and terminal ileitis. Nature. 2011;
477:335–39. https://doi.org/10.1038/nature10400.
6. Nikoletopoulou V, Markaki M, Palikaras K, Tavernarakis
N. Crosstalk between apoptosis, necrosis and autophagy.
Biochim Biophys Acta. 2013; 1833:3448–59. https://doi.
org/10.1016/j.bbamcr.2013.06.001.
7. Klionsky DJ, Emr SD. Autophagy as a regulated pathway of
cellular degradation. Science. 2000; 290:1717–21. https://
doi.org/10.1126/science.290.5497.1717.
8. Yang YP, Liang ZQ, Gu ZL, Qin ZH. Molecular
mechanism and regulation of autophagy. Acta
Pharmacol Sin. 2005; 26:1421–34. https://doi.
org/10.1111/j.1745-7254.2005.00235.x.

Statistical analysis
Statistical analysis was performed with Student’s
t-test using SPSS software (SPSS Inc., Chicago, IL,
USA). Data from triplicate experiments were used for
each analysis, and P < 0.05 was considered statistically
significant.

9. Scarlatti F, Granata R, Meijer AJ, Codogno P. Does
autophagy have a license to kill mammalian cells? Cell
Death Differ. 2009; 16:12–20. https://doi.org/10.1038/
cdd.2008.101.
10. Bursch W, Karwan A, Mayer M, Dornetshuber J, Fröhwein
U, Schulte-Hermann R, Fazi B, Di Sano F, Piredda L,
Piacentini M, Petrovski G, Fésüs L, Gerner C. Cell death
and autophagy: cytokines, drugs, and nutritional factors.
Toxicology. 2008; 254:147–57. https://doi.org/10.1016/j.
tox.2008.07.048.

ACKNOWLEDGMENTS AND FUNDING
This work was supported by the National Research
Foundation of Korea (NRF) Grant funded by the Korean
Government (MSIP) (No. NRF- 2016R1A5A1011974)
and the Basic Science Research Program through the
National Foundation of Korea (NRF) funded by the
Ministry of Science, ICT & Future Planning (No. NRF2016R1A2B1015903).

11. Gozuacik D, Kimchi A. Autophagy as a cell death and
tumor suppressor mechanism. Oncogene. 2004; 23:2891–
906. https://doi.org/10.1038/sj.onc.1207521.
12. Gozuacik D, Kimchi A. Autophagy and cell death. Curr
Top Dev Biol. 2007; 78:217–45. https://doi.org/10.1016/
S0070-2153(06)78006-1.

CONFLICTS OF INTEREST

13. Chen S, Rehman SK, Zhang W, Wen A, Yao L, Zhang
J. Autophagy is a therapeutic target in anticancer drug
resistance. Biochim Biophys Acta. 2010; 1806:220–29.

No potential conflicts of interest were disclosed.

14. Teng X, Degterev A, Jagtap P, Xing X, Choi S, Denu R,
Yuan J, Cuny GD. Structure-activity relationship study of
novel necroptosis inhibitors. Bioorg Med Chem Lett. 2005;
15:5039–44. https://doi.org/10.1016/j.bmcl.2005.07.077.

REFERENCES
1. Chiorazzi N. Cell proliferation and death: forgotten features
of chronic lymphocytic leukemia B cells. Best Pract Res
Clin Haematol. 2007; 20:399–413. https://doi.org/10.1016/j.
beha.2007.03.007.

15. Linkermann A. Beyond necroptosis-regulated necrosis in
the kidney. Cancer Res. 2014:74.
16. Linkermann A, Green DR. Necroptosis. N Engl J Med. 2014;
370:455–65. https://doi.org/10.1056/NEJMra1310050.

2. Jäättelä M. Multiple cell death pathways as regulators
of tumour initiation and progression. Oncogene. 2004;
23:2746–56. https://doi.org/10.1038/sj.onc.1207513.

17. Su L, Quade B, Wang H, Sun L, Wang X, Rizo J. A plug
release mechanism for membrane permeation by MLKL.
Structure. 2014; 22:1489–500. https://doi.org/10.1016/j.
str.2014.07.014.

3. Susin SA, Daugas E, Ravagnan L, Samejima K, Zamzami
N, Loeffler M, Costantini P, Ferri KF, Irinopoulou T,
Prévost MC, Brothers G, Mak TW, Penninger J, et al. Two
distinct pathways leading to nuclear apoptosis. J Exp Med.

www.oncotarget.com

18. Vanden Berghe T, Linkermann A, Jouan-Lanhouet S,
Walczak H, Vandenabeele P. Regulated necrosis: the
16755

Oncotarget

expanding network of non-apoptotic cell death pathways.
Nat Rev Mol Cell Biol. 2014; 15:135–47. https://doi.
org/10.1038/nrm3737.

29. Fleury C, Mignotte B, Vayssière JL. Mitochondrial
reactive oxygen species in cell death signaling.
Biochimie. 2002; 84:131–41. https://doi.org/10.1016/
S0300-9084(02)01369-X.

19. Vandenabeele P, Galluzzi L, Vanden Berghe T, Kroemer G.
Molecular mechanisms of necroptosis: an ordered cellular
explosion. Nat Rev Mol Cell Biol. 2010; 11:700–14. https://
doi.org/10.1038/nrm2970.

30. Hanahan D, Weinberg RA. Hallmarks of cancer: the
next generation. Cell. 2011; 144:646–74. https://doi.
org/10.1016/j.cell.2011.02.013.

20. Wang H, Sun L, Su L, Rizo J, Liu L, Wang LF, Wang FS,
Wang X. Mixed lineage kinase domain-like protein MLKL
causes necrotic membrane disruption upon phosphorylation
by RIP3. Mol Cell. 2014; 54:133–46. https://doi.
org/10.1016/j.molcel.2014.03.003.

31. Devasagayam TP, Tilak JC, Boloor KK, Sane KS,
Ghaskadbi SS, Lele RD. Free radicals and antioxidants in
human health: current status and future prospects. J Assoc
Physicians India. 2004; 52:794–804. JAPI.
32. Gibson SB. A matter of balance between life and death:
targeting reactive oxygen species (ROS)-induced autophagy
for cancer therapy. Autophagy. 2010; 6:835–37. https://doi.
org/10.4161/auto.6.7.13335.

21. Zhou W, Yuan J. Necroptosis in health and diseases. Semin
Cell Dev Biol. 2014; 35:14–23. https://doi.org/10.1016/j.
semcdb.2014.07.013.
22. Shrivastava A, Kuzontkoski PM, Groopman JE, Prasad A.
Cannabidiol induces programmed cell death in breast cancer
cells by coordinating the cross-talk between apoptosis and
autophagy. Mol Cancer Ther. 2011; 10:1161–72. https://doi.
org/10.1158/1535-7163.MCT-10-1100.

33. Ozben T. Oxidative stress and apoptosis: impact on cancer
therapy. J Pharm Sci. 2007; 96:2181–96. https://doi.
org/10.1002/jps.20874.
34. Martindale JL, Holbrook NJ. Cellular response to oxidative
stress: signaling for suicide and survival. J Cell Physiol.
2002; 192:1–15. https://doi.org/10.1002/jcp.10119.

23. Liu HS, Xu SQ, Cheng M, Chen Y, Xia P, Qian K, Xia
Y, Yang ZY, Chen CH. MorrisNatschke SL, Lee KH. AntiAIDS agents 87. New bio-isosteric dicamphanoyldihydro
pyranochromone (DCP) and dicamphanoyl-khellactone
(DCK) analogues_with potent anti-HIV activity.
Bioorg Med Chem Lett. 2011; 21:5831–34. https://doi.
org/10.1016/j.bmcl.2011.07.105.

35. Maiuri MC, Zalckvar E, Kimchi A, Kroemer G. Selfeating and self-killing: crosstalk between autophagy and
apoptosis. Nat Rev Mol Cell Biol. 2007; 8:741–52. https://
doi.org/10.1038/nrm2239.
36. Fulda S, Galluzzi L, Kroemer G. Targeting mitochondria
for cancer therapy. Nat Rev Drug Discov. 2010; 9:447–64.
https://doi.org/10.1038/nrd3137.

24. Jung S, Li C, Lee S, Ohk J, Kim SK, Lee MS, Moon HI.
Inhibitory effect and mechanism on antiproliferation of
khellactone derivatives from herbal suitable for medical or
food uses. Food Chem Toxicol. 2012; 50:648–52. https://
doi.org/10.1016/j.fct.2011.11.007.

37. Hampton MB, Orrenius S. Dual regulation of caspase
activity by hydrogen peroxide: implications for apoptosis.
FEBS Lett. 1997; 414:552–56. https://doi.org/10.1016/
S0014-5793(97)01068-5.

25. Domínguez-Mendoza EA, Cornejo-Garrido J, BurgueñoTapia E, Ordaz-Pichardo C. Antidiabetic effect, antioxidant
activity, and toxicity of 3′,4′-Di-O-acetyl-cis-khellactone
in Streptozotocin-induced diabetic rats. Bioorg Med
Chem Lett. 2016; 26:4086–91. https://doi.org/10.1016/j.
bmcl.2016.06.071.

38. Dhyan C, Jun-Wei L, Dean GT. Early Mitochondrial
Activation and Cytochrome c Upregulation during
Apoptosis. J Biol Chem. 2002; 27:50842–54.
39. Sánchez-Alcázar JA, Ault JG, Khodjakov A, Schneider
E. Increased mitochondrial cytochrome c levels and
mitochondrial hyperpolarization precede camptothecininduced apoptosis in Jurkat cells. Cell Death Differ. 2000;
7:1090–100. https://doi.org/10.1038/sj.cdd.4400740.

26. Chen J, Liu J, Cui D, Yan C, Meng L, Sun L, Ban S, Ge R,
Liang T, Li Q. Synthesis and cytotoxic activities of novel
4-methoxy-substituted and 5-methyl-substituted (3‘S,4’S )(-)-cis-khellactone derivatives that induce apoptosis via the
intrinsic pathway. Drug Des Devel Ther. 2017; 11:1891–
904. https://doi.org/10.2147/DDDT.S131753.

40. Blachly-Dyson E, Baldini A, Litt M, McCabe ER, Forte
M. Human genes encoding the voltage-dependent anion
channel (VDAC) of the outer mitochondrial membrane:
mapping and identification of two new isoforms. Genomics.
1994; 20:62–67. https://doi.org/10.1006/geno.1994.1127.

27. Chung IM, Ghimire BK, Kang EY, Moon HI.
Antiplasmodial and cytotoxic activity of khellactone
derivatives from Angelica purpuraefolia Chung. Phytother
Res. 2010; 24:469–71. https://doi.org/10.1002/ptr.3056.

41. Reina S, Palermo V, Guarnera A, Guarino F, Messina A,
Mazzoni C, De Pinto V. Swapping of the N-terminus of
VDAC1 with VDAC3 restores full activity of the channel
and confers anti-aging features to the cell. FEBS Lett. 2010;
584:2837–44. https://doi.org/10.1016/j.febslet.2010.04.066.

28. Marchi S, Giorgi C, Suski JM, Agnoletto C, Bononi A,
Bonora M, De Marchi E, Missiroli S, Patergnani S, Poletti
F, Rimessi A, Duszynski J, Wieckowski MR, Pinton P.
Mitochondria-ros crosstalk in the control of cell death and
aging. J Signal Transduct. 2012; 2012:329635. https://doi.
org/10.1155/2012/329635.

www.oncotarget.com

42. Reddy PH. Is the mitochondrial outermembrane protein
VDAC1 therapeutic target for Alzheimer’s disease?
Biochim Biophys Acta. 2013; 1832:67–75. https://doi.
org/10.1016/j.bbadis.2012.09.003.
16756

Oncotarget

43. Cheng EH, Sheiko TV, Fisher JK, Craigen WJ, Korsmeyer
SJ. VDAC2 inhibits BAK activation and mitochondrial
apoptosis. Science. 2003; 301:513–17. https://doi.
org/10.1126/science.1083995.

45. Widelski J, Melliou E, Fokialakis N, Magiatis P, Glowniak
K, Chinou I. Coumarins from the fruits of Seseli
devenyense. J Nat Prod. 2005; 68:1637–41. https://doi.
org/10.1021/np050209w.

44. Keinan N, Tyomkin D, Shoshan-Barmatz V.
Oligomerization of the mitochondrial protein voltagedependent anion channel is coupled to the induction of
apoptosis. Mol Cell Biol. 2010; 30:5698–709. https://doi.
org/10.1128/MCB.00165-10.

46. Christofferson DE, Yuan J. Cyclophilin A release as a
biomarker of necrotic cell death. Cell Death Differ. 2010;
17:1942–43. https://doi.org/10.1038/cdd.2010.123.

www.oncotarget.com

16757

Oncotarget

