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a b s t r a c t

Background: Timosaponin AIII (TA3) is a steroidal saponin extracted from Anemarrhena asphodeloides.
Here, we investigated the anticancer effects of TA3 in MG63 human osteosarcoma cells. TA3 attenuates
migration and invasion of MG63 cells via regulations of two matrix metalloproteinases (MMPs), MMP-2
and MMP-9, which are involved with cancer metastasis in various cancer cells. TA3 reduced enzymatic
activities and transcriptional expressions of MMP-2 and MMP-9 in MG63 cells. TA3 also inhibited Src,
focal adhesion kinase, extracellular signal-regulated kinase (ERK1/2), c-Jun N-terminal kinase (JNK), p38,
b-catenin, and cAMP response element binding signaling, which regulate migration and invasion of cells.
TA3 induced apoptosis of MG63 cells via regulations of caspase-3, caspase-7, and poly(ADP-ribose) po-
lymerase (PARP). Then, we tested several ginsenosides to be used in combination with TA3 for the
synergistic anticancer effects. We found that ginsenosides Rb1 and Rc have synergistic effects on TA3-
induced apoptosis in MG63 cells.
Methods: We investigated the anticancer effects of TA3 and synergistic effects of various ginseng sa-
ponins on TA3-induced apoptosis in MG63 cells. To test antimetastatic effects, we performed wound
healing migration assay, Boyden chamber invasion assays, gelatin zymography assay, and Western blot
analysis. Annexin V/PI staining apoptosis assay was performed to determine the apoptotic effect of TA3
and ginsenosides.
Results: TA3 attenuated migration and invasion of MG63 cells and induced apoptosis of MG63 cells.
Ginsenosides Rb1 and Rc showed the synergistic effects on TA3-induced apoptosis in MG63 cells.
Conclusions: The results strongly suggest that the combination of TA3 and the two ginsenosides Rb1 and
Rc may be a strong candidate for the effective antiosteosarcoma agent.
� 2018 The Korean Society of Ginseng, Published by Elsevier Korea LLC. This is an open access article

under the CC BY-NC-ND license (http://creativecommons.org/licenses/by-nc-nd/4.0/).

1. Introduction

Osteosarcoma is oneof themost aggressivemalignant neoplasms
that occur in adolescents and young adults. It develops in bone. The
survival rate for osteosarcoma in 5 years is around 60 % [1]. Although
there are many anticancer drugs developed for osteosarcoma, the
survival rate of osteosarcoma patients has not been significantly
increased [2]. Therefore, there is considerable interest in developing
new anticancer drugs for the treatment of osteosarcoma.

Anemarrhena asphodeloides has been used in Asian countries as
the traditional treatments for the diseases such as diabetes and
hemoptysis. Recent studies have reported that A. asphodeloides
inhibits tumor growth and induces apoptosis in gastric cancer [3].
Until now, various compounds such as flavonoids and steroidal
saponins were separated from A. asphodeloides. Steroidal saponins

are themajor compounds of A. asphodeloides, and they are classified
as spirostanol saponin and furostanol. Timosaponin AIII (TA3) be-
longs to spirostanol saponins which has a sugar chain at the C3
position (Fig. 1A) [4]. Spirostanol saponins are reported to have
antiinflammatory, antitumor, and antiplatelet effects [5].

TA3 has been studied and reported to regulate proliferations of
human breast and prostate cancer cells via mammalian target of
rapamycin (mTOR) downregulation, and endoplasmic reticulum
(ER) stresses induction [6]. In addition, it triggers autophagy prior
to apoptosis, which is mediated by mitochondria, in Hela cells [7].
TA3 also shows antimetastatic effects via controls of matrix met-
alloproteinase (MMP)-2 and MMP-9 through the suppressions of
Src/focal adhesion kinase (FAK), ERK, and b-catenin signalings in
A549 nonesmall cell lung cancer cells [8]. However, the anticancer
effect of TA3 on human osteosarcoma is still unclear.

* Corresponding author. Department of Life Science, Gachon University, 1342 Seongnamdaero, Sujeong-gu, Seongnam-si, Gyeonggi-do, 13120, Republic of Korea.
E-mail address: leesaye@gachon.ac.kr (S.Y. Lee).

Contents lists available at ScienceDirect

Journal of Ginseng Research

journal homepage: http : / /www.ginsengres.org

https://doi.org/10.1016/j.jgr.2018.11.002
p1226-8453 e2093-4947/$ e see front matter � 2018 The Korean Society of Ginseng, Published by Elsevier Korea LLC. This is an open access article under the CC BY-NC-ND
license (http://creativecommons.org/licenses/by-nc-nd/4.0/).

J Ginseng Res 43 (2019) 488e495



Multidrug resistance (MDR) is a major problem in the process of
developing a new anticancer agent. Numerous studies have been
identified MDR [9]. Ginseng has been used in oriental medicine in
northeast Asia. Several ginseng-derived compounds stimulate
apoptosis in various human cancers [10e12]. In addition, ginseng
compounds have been studied to enhance effects of other com-
pound [13] and overcome MDR effects [14].

In this study, we investigated the antitumor effects of TA3. Then,
we tested the synergistic anticancer effect of TA3 with various
ginsenosides which can be used to alleviate MDR in MG63 human
osteosarcoma cancer cells.

2. Materials and methods

2.1. Cell culture

MG63 and U2OS osteosarcoma cells were cultured in Dulbecco’s
modified Eagles’ medium (HyClone, South Logan, UT, USA) sup-
plemented with mixed antibiotics (100 U/mL of penicillin plus 100

mg/mL streptomycin) (HyClone) and 10% fetal bovine serum (FBS)
(HyClone). Cells were incubated at 37�C in a humidified atmo-
sphere (5% CO2 and 95% humidity). The stock solution of TA3 was
prepared with dimethyl sulfoxide (DMSO).

2.2. Cell viability assay

MG63 cells were grown in 96-well plates at a density of 1.5�104

cells perwellwith 10% FBS and incubated overnight. U2OS cellswere
grown in 96-well plates at a density of 2.0 � 104 cells per well with
10% FBS and incubated overnight. Then, both cells were treatedwith
TA3 and/or ginsenosides compound K (CK), Rb1, and Rc at indicated
concentrations for 24 h. After treatment of TA3 and/or ginsenosides
for 24 h, the medium was replaced with 10% of cell counting kit-8
(CCK-8) (Dojindo, Rockville, MD, USA) in Dulbecco’s modified eagle
medium (DMEM) containing 10% FBS and incubated for 1 h. The
optical density was measured at 450 nm by spectrophotometer.

2.3. Quantitative real-time polymerase chain reaction

To extract RNA fromMG63 and USOS cells, RNeasy kit (QIAGEN)
was used following the manufacturer’s protocol. cDNA was syn-
thesized using Synthesis Kit (Philekorea, Daejeon, Korea). For
quantitative real-time polymerase chain reaction, QuantiSpeed
Sybr Kit (Philekorea) was used. Primers for real-time PCR were as
follows: (1) GAPDH Forward 50-TGCACCACCAACTGCTTAGC- 30,
GAPDH Reverse 50-GGCATGGACTGTGGTCATGAG-30; (2) hMMP-2
Forward 50-TTGACGGTAAGGACGGACTC-30, Reverse 50-ACT TGC
AGT ACT CCC CAT CG-30; and (3) hMMP-9 Forward 50-GAGACCGGT
GAG CTG GAT-30, Reverse 50-TAC ACG CGA GTG AAG GTG AG-30. The
real-time PCR was conducted by the ROTERGENE Q (QIAGEN) for the
determination of Ct values. For the analysis of relative gene
expression, we used the 2DDCt method.

2.4. Annexin V/PI staining apoptosis assay

To analyze TA3-induced apoptosis in MG63 cells, The FITC
Annexin V apoptosis detection kit (BD Bio-Sciences, Franklin Lakes,
NJ, USA) was used. The cells were seeded in a 6-well plate (1.5�105

cells/well) and incubated overnight. Then, MG63 cells were treated
with TA3 and/or ginsenosides CK, Rb1, and Rc at indicated con-
centrations for 24h. Then, the cells were washed by Dulbecco’s
phosphate-buffered saline (DPBS) and resuspended in 1x binding
buffer with FITC Annexin V and PI reagent for 15 min at room
temperature (RT, 25 �C) in the dark. Then, the MG63 cells were
analyzed by flow cytometry (Beckman Coulter, USA).

2.5. Boyden chamber invasion assay

The ability of MG63 and U2OS cells to penetrate membrane-
coated gelatin was assessed by the Boyden chamber invasion
assay. In 0.1% acetic acid contained distilled water, gelatin (Sigma,
St. Louis, MO, USA) was diluted down to 0.1 g/L. Then, the diluted
gelatin solution was applied to the top side of the 8 mm pore
polycarbonate membrane (Neuro Probe, Gaithersburg, MD, USA).
Cells were collected by trypsin and resuspended in 0.1% FBS DMEM.
1% FBS containing mediumwith various dosages (0, 3 and 6 mM) of
TA3 was applied to the lower chamber in 30 ml. 0.1% FBS was used
for the negative control. Then, cells were seeded on the upper
chamber (density of 5.0 � 104 cells/well in 50 ml). After incubation
for 20 h at 37 �C, the upper chamber was carefully removed, and the
lower side of the membrane were fixed by 4% formaldehyde in PBS
and stained with crystal violet solution (1% crystal violet, 20%
methanol in distilled water). The numbers of invaded cells were
calculated by a Leica DM IL LED (Leica Microsystems).

Fig. 1. Cytotoxic effect of TA3 on MG63 human osteosarcoma cells. (A) Timosaponin
A III (TA3) chemical structure. (B) The viability of TA3-treated MG63 cells was assayed
using CCK-8 viability assay. MG63 cells were treated with ascending dosages of TA3 (0,
3, 6, 9, 12, and 15 mM) for 24 h. (C) Morphological changes of MG63 cells after the
treatment of TA3 (10 mM) for 24 h. Statistical analysis of results was performed by
Student t test. (*p < 0.05, **p < 0.01, ***p < 0.001).
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2.6. Wound healing migration assay

MG63 and U2OS human osteosarcoma cells were grown in 96-
well plates at 1.5 � 104 cells/well and at 2.0 � 104 cells/well,
respectively, with 10% FBS. Then, the middle of the cell surface was
scraped by 200 ml micropipette tip to make a wound of constant
width. Then, the debris was washed using PBS, and MG63 cells
were exposed to TA3 (0, 3 and 6 mM) in DMEM containing 10% FBS,
and 0.1% FBS was used for the negative control. The closures of
wounds of MG63 and U2OS cells were monitored and photo-
graphed at 20 h and 30 h, respectively, by a Leica DM IL LED (Leica
Microsystems, Wetzlar, Germany).

2.7. Gelatin zymography

MMP-2 and MMP-9 activities were evaluated by gelatin
zymography. MG63 and USOS cells were seeded on 60-mm cell
culture dish at 2.0 � 105 cells in DMEM containing 10% FBS. Then,
both cells were incubated with TA3 (0, 3, and 6 mM) in presence of
DMEM (þ0.1% FBS) and incubated for 48 h. After the incubation, the
culturemediawere harvested and concentrated byAmiconUltra-15
centrifugalfilter (Millipore). The sampleswereprepared in standard
sodium dodecyl sulfate (SDS)-gel loading buffer (with 0.01% SDS)
without dithiothreitol. Electrophoresis was conducted on 8% SDS
polyacrylamide gel (with 0.1% gelatin). The gels were rinsed using
washing buffer (2.5% Triton X-100 in distilled H2O) three times for
10 min at room temperature (RT). Then, the gels were incubated in
developing solution (50mMTris-HCl, pH 7.6, 5mMCaCl2) for 24h at
37�C. The developed gels were stained in Coomassie Brilliant blue R
Staining Solution for 30 min and washed with destaining solution
(20% methanol, 10% acetic acid, 70% distilled H2O).

2.8. Western blotting

MG63 cells were seeded in 6-well dishes (1.5 � 105). Then, the
cells were treated with TA3 (0, 5, and 10 mM) for 24 h. Then, MG63
cells were collected and lysed in RIPA buffer (with phosphatase
inhibitor cocktail) (Gendepot, USA) and protease inhibitor cocktail
(Gendepot, USA). The lysates were normalized by bicinchroninic
acid (BCA) protein assay kit (Thermo Fisher, USA). The samples
were resuspended in SDS-sample buffer [Tris-HCl (62 mM), pH 6.8,
ethylenediaminetetraacetic acid (EDTA) (1 mM), glycerol (10 %),

SDS (5%), dithiothreitol (50 mM)]. Then, SDS-PAGE was performed.
The protein bands of the gel were transferred to polyvinylidene
fluoride membrane (Millipore, Billerica, MA). The membranes were
incubated in blocking buffer (5% nonfat skim milk in 1X tris-buff-
ered saline (TBS)-T) for 1 h at 4�C on shaking incubator and incu-
bated with specific primary antibodies at 4�C overnight. Then, the
membranes were subjected to the incubation with secondary an-
tibodies for 2 hrs. The membranes were washed with TBS-T three
times. The immunoreaction was measured using Western blot
detection kit (AbFrontier).

2.9. Statistical analysis

All quantitative data are marked as the mean � SD from three
independent times. Statistical analysis of results was performed by
Student t test.

3. Results

3.1. Cytotoxicity of TA3 in MG63 human osteosarcoma cells

To determine the cytotoxic effect of TA3 on human osteosar-
coma MG63 cells, MG63 cells were treated with ascending con-
centrations of TA3 (0, 3, 6, 9, 12, and 15 mM) for 24 h and subjected
to the CCK-8 assay. As seen in Fig. 1B, about 80 % of cells were
survived at 9 mM TA3 treatment. The viability of MG63 cells went
down below 50% from 12 mM TA3 treatment. We also confirmed
morphological changes, which are related apoptosis, in MG63 cells
after treatment of TA3 (10 mM) (Fig. 1C). Morphological changes of
TA3-treated MG63 cells implicate the possible induction of
apoptosis by TA3.

3.2. Inhibitions of migration and invasion of MG63 human
osteosarcoma cells by TA3

We performed wound healing assay to determine if TA3 affects
migration of MG63 cells. MG63 cells were confluent on the culture
dish, and the center part of the lawn of cells was scraped using a
sterilized 200 ml tip to make a wound. Restoration of wound width
means the migration of the cells. Our results showed that TA3
attenuated migration of human MG63 osteosarcoma cells (Fig. 2A).
Then, we performed Boyden chamber invasion assay to confirm the

Fig. 2. Effects of TA3 on migration and invasion of MG63 human osteosarcoma cells. (A) TA3 inhibits migration of osteosarcoma MG63 cells. MG63 cells were treated with
ascending concentrations (0, 3, and 6 mM) of TA3 for 24 h. The cells with 0.1% FBS were used for negative control. The recoveries of wound widths were reduced in a dosage
dependent manner of TA3. The wound width was measured and used for the graphs. (B) TA3 suppresses invasion of osteosarcoma MG63 cells. The cells with 0.1% FBS were used as
negative control. The cells, which had invaded across the membrane, were counted and plotted. Statistical analysis of results was performed by Student t test. (*p < 0.05, **p < 0.01,
***p < 0.001). TA3, timosaponin A III.
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effect of TA3 on the invasive ability of MG63 cells. MG63 cells were
placed in the upper chamber and various concentrations of TA3 (0,
3, and 6 ml) were placed in the lower chamber. The membrane,
which is coated with gelatin, was sandwiched between the two
chambers. The cells at the bottom of the coated membrane indicate
the invaded cells. As seen in Fig. 2B, invasive ability of MG63 cells
was reduced by the treatment with TA3 (3 and 6 ml) compared with
the control. Then, we investigated the effects of TA3 on enzymatic
activities of MMP-2 and MMP-9 by gelatin zymography assay
(Fig. 3A). The results showed that TA3 inhibited activities of both
enzymes. To determine whether the decreased gelatin degradation
is related with the transcriptional expressions of the two enzymes,
we performed quantitative real time PCR (Fig. 3B). Transcriptional
expression levels of MMP-2 and MMP-9 were reduced by the
treatment of TA3 (6 mM).

3.3. Effects of TA3 on signaling proteins related with cell migration
and invasion in MG63 human osteosarcoma cells

WeperformedWestern blot analysis to identify if TA3 affects the
activations of the two signaling molecules Src and FAK which are
related with migration of cells. The phosphor forms of the two
proteins, which represent the active forms of the proteins, were
decreased by the treatment of TA3 (0, 5, and 10mM) in MG63 cells
(Fig. 4A). We also investigated the effect of TA3 on the three
mitogen-activated protein kinases (MAPKs) JNK, p38, and ERK1/2.
The phosphor forms of ERK1/2, JNK, and p38 were reduced in a
dose-dependent manner by the treatment with TA3 (Fig. 4B). This
indicates that TA3 inhibits the activations of those three MAPKs.
cAMP response element binding (CREB) protein, which is classified
in leucine zipper protein, has been reported to be a transcription
factor that induces MMP-2 and MMP-9 [15]. b-catenin has also
been reported to enhance MMP-2 and MMP-9 expressions as a

transcription factor [16]. Therefore, we investigated the effect of
TA3 on the two transcription factors CREB and b-catenin. b-catenin
level was decreased by the treatment with TA3 (0, 5, and 10 mM)
(Fig. 4C). Also, activation of CREB was downregulated as indicated
by the decreased Western blot band intensities of phosphor forms
of CREB (Fig. 4C).

3.4. Apoptotic effect of TA3 on MG63 human osteosarcoma cells

We conducted Annexin V/PI apoptosis assay to examine
whether TA3 induces apoptosis in MG63 cells. The results indicated
that the proportion of total apoptotic cells (early and late cell death)
was increased by the treatment with TA3 (6 and 12 mM) (Fig. 5A).
We also performed Western blot analysis to examine the levels of
PARP, caspase-3, and caspase-7, which are deeply related with the
apoptosis, in MG63 cells. Caspases are protease enzymes that
induce programmed cell death. Among them, caspase-3 and cap-
sase-7 can be activated by the proteolytic cleavage and induce
apoptosis [17]. We treated various dosages of TA3 (0, 5, and 10 mM)
to MG63 cells for 24 h. We were able to confirm that the protein
levels of uncleaved forms of caspase-3 and caspase-7 were
decreased by TA3 (Fig. 5B). Also, the uncleaved PARPwas decreased,
and the cleaved PARP was increased by the treatment of TA3 in a
dose-dependent manner (Fig. 5C).

3.5. Antimetastatic effects of TA3 in U2OS osteosarcoma cells

We also conducted the assays that are related with cancer
metastasis in U2OS cells to investigate whether the antimetastatic
effects of TA3 are limited to the MG63 cells. TA3 also showed
cytotoxic effect on U2OS cells in a dose-dependent manner
(Fig. 6A). Migration and invasion of U2OS cells were also down-
regulated by the treatment of TA3 in a dose-dependent manner
(Fig. 6B and C). In addition, we confirmed the effect of TA3 on ac-
tivities of MMP-2 and MMP-9 in U2OS cells. The gelatinase activ-
ities of MMP-2 and MMP-9 were attenuated by the treatment of
TA3 (0, 3, and 6 mM) (Fig. 6D). Taken together, antimetastatic effects
of TA3 may not be limited to the MG63 cells.

3.6. Screening of ginsenosides for the synergistic effect on TA3-
induced apoptosis in MG63 human osteosarcoma cells

To determine the ginseng derived compounds that can be used
in combination with TA3 for the synergistic anticancer effect in
human osteosarcoma, we performed CCK-8 cell viability assay
(Fig. 7A). TA3 was treated with the three ginsenosides, CK, Rb1, and
Rc for 24 h. The results showed that all the ginseng compounds
tested enhance the cytotoxicity of TA3 (Fig. 7A). In addition, we
conducted annexin V/PI apoptosis assay to examine whether the
ginseng compounds improve TA3-induced apoptosis. We
confirmed that the ginsenosides Rb1 and Rc stimulate the TA3-
induced apoptosis (Fig. 7B and C). However, CK does not have
synergistic effect with TA3. Notably, ginsenoside Rc has a signifi-
cant apoptotic effect by itself.

4. Discussion

There are various anticancer agents for osteosarcoma developed
so far. However, the survival rate of osteosarcoma patients is still
low. Thus, it is worth to develop new anticancer drugs to treat os-
teosarcoma patients. A. asphodeloides is used as a traditional herb.
TA3 is one of themajor compounds extracted from A. asphodeloides.
In this study, we investigated TA3 as an anticancer candidate
molecule for the osteosarcoma and tried to screen ginsenosides for

Fig. 3. Inhibitory effect of TA3 on MMP-2 and MMP-9 in MG63 human osteosar-
coma cells. (A) Gelatinase activities of MMP-2 and MMP-9 were inhibited by TA3 (0, 3,
and 6 mM) in MG63 cells. (B) Transcriptional expressions of MMP-2 and MMP-9 were
reduced by TA3 (6 mM) in MG63 cells. quantitative Real Time-PCR (qRT-PCR) was
conducted on the mRNA from the TA3-treated cells. Statistical analysis of results was
performed by Student t test. (*p < 0.05, **p < 0.01, ***p < 0.001). TA3, timosaponin A
III; MMP, matrix metalloproteinase.
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Fig. 4. Effect of TA3 on signalings in MG63 human osteosarcoma cells. (A) Activations of Src and FAK were attenuated by the treatment of TA3. MG63 cells were treated with TA3
(0, 5, and 10 mM) for 24 h, andWestern blot analysis was performed. (B) Effect of TA3 on p38, JNK, and ERK1/2 in MG63 human osteosarcoma cells were investigated byWestern blot
analysis. p38, JNK, and ERK1/2 were inactivated by the treatment of TA3. MG63 cells were treated with TA3 (0, 5, and 10 mM) for 24 h. (C) b-catenin and active CREB (p-CREB) were
decreased by TA3 (0, 5, and 10 mM). TA3, timosaponin A III; FAK, focal adhesion kinase; CREB, cAMP response element binding.

Fig. 5. Apoptosis-inducing effect of TA3 inMG63 humanosteosarcoma cells. (A) TA3 induces apoptosis ofMG63 human osteosarcoma cells. Cells were treatedwith TA3 (0, 6, and 12
mM) for 24 h. Apoptosis ofMG63 cells was analyzed by flowcytometry. (B)Uncleaved forms of caspase-3 and caspase-7were diminished by TA3 treatment (0, 5, and 10 mM) for 24h. (C)
Uncleaved form of PARPwas decreasedwhile cleaved form of PARPwas increased by TA3 treatment (0, 5, and 10 mM) for 24 h. Statistical analysis of results was performed by Student t
test. (***p < 0.00 versus control of total apoptotic cells, ###p < 0.001 versus control of live cells). TA3, timosaponin A III.
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the combinatorial use with TA3 to drive synergistic anticancer
effect.

Cancer metastasis is the multistep processes, such as cell
migration/invasion, epithelial into mesenchymal transition and
angiogenesis. Among them, cellular migration and invasion are
initial steps for the cancer cells to extend into the other tissues
through the blood and/or lymphatic vessels [18]. We were able to
conclude that TA3 has antimigratory and antiinvasive effects on
human osteosarcoma in this study. In consistent with this study,
earlier reports also indicated that TA3 has inhibitory effects on
migratory and invasive abilities in nonesmall cell lung cancer cells
and melanoma cancer cells [8,19]. MMPs are the key enzymes to
degrade extracellular matrix (ECM). The ECM is a matter of multi-
components such as gelatin, collagen, elastin, and laminin. It sup-
ports the surrounding cells structurally [20]. The ECM must be
degraded to allow cell migration and invasion. Both MMP-2 and
MMP-9 contribute to the cellular migration/invasion via enzymatic
and nonenzymatic ways [21,22]. In this study, we identified that
TA3 inhibits MMP-2 and MMP-9 via downregulation of transcrip-
tional expressions. There are many signalings associated with
migration/invasion of cells. Src and FAK signaling pathways arewell
known to regulate MMP-2 and MMP-9 [21,23e25]. FAK and c-Src
are dual kinases which act as a complex. This complex can phos-
phorylate various signaling proteins such as MAPKs, which are key
signaling molecules regulating cell metastasis [26]. Our investiga-
tion indicated that TA3 downregulates these signaling molecules
significantly. We also investigated transcription factors such as b-
catenin and CREB. These transcription factors are well known for
stimulation of MMP-2 and MMP-9 [27,28]. b-catenin and active
CREB levels were decreased by TA3. These results may indicate that
TA3 may inhibit migration and invasion of MG63 cells by the at-
tenuations of FAK/c-Src, ERK1/2, JNK, p38, b-catenin, and CREB
signaling pathways.

Various mutant genes block apoptosis and lead to cancer
metastasis and stimulation of tumor proliferation [29]. TA3 induces

apoptosis in many types of cancer cells [7,30,31]. Our data from this
study indicate that TA3 induces apoptosis in MG63 cells. Caspase-3
and caspase-7 are initial signals that trigger apoptosis [32]. In
earlier reports, caspase-3 and caspase-7 amplify cytochrome c
release which induces apoptosis [33]. We observed that inactive
forms of caspase-3 and caspase-7, which are procaspase-3 and pro-
caspase-7, were decreased by the treatment of TA3 in MG63 cells.
This may indicate that TA3 stimulated the proteolytic cleavages of
caspase-3 and caspase-7 to generate active forms and contribute to
the stimulation of apoptosis. PARP plays a role in repair of damaged
DNA. When cleaved by caspase-3 and caspase-7, PARP loses its
function and stimulates signals for cell death [34,35]. Here, we
found that TA3 stimulates PARP cleavage and induces apoptosis in
MG63 cells.

For cancer chemotherapy, MDR is one of the major problems.
Recent studies reported that the ginseng compounds exert
antimultidrug resistance [14,36]. Also, the combinatorial use of
a natural compound maclurin with ginsenoside CK shows the
significant synergistic effect [13]. To find the ginseng saponins
for the combinatorial use with TA3, we tested synergistic effect
of ginsenosides CK, Rb1, and Rc on TA3-induced apoptosis. Re-
sults indicate that ginsenosides Rb1 and Rc stimulated TA3-
induced apoptosis, but ginsenoside CK did not show the syn-
ergistic effect. In addition, we found out that ginsenoside Rc has
a significant apoptosis-inducing effects on its own in MG63
cells.

In conclusion, we have shown that TA3 exerts anticancer effects
in MG63 human osteosarcoma cells. The anticancer effects of TA3
are not limited to the MG63 cells as shown and are also effective in
U2OS cells. Especially, the ginsenosides Rb1 and Rc showed the
synergistic effect on TA3-induced anticancer effect in human os-
teosarcoma cells. Therefore, we suggest that the combinatorial use
of ginsenosides Rb1 and Rc with TA3 may be the promising way to
develop a strong candidate for the effective novel antiosteosarcoma
agent

Fig. 6. Antimetastatic effects of TA3 in U2OS human osteosarcoma cells. (A) Cytotoxicity of TA3 in U2OS human osteosarcoma cells was measured by CCK-8 viability assay. U2OS
cells were treated with TA3 (0, 3, 6, 9, 12, and 15 mM) for 24 h. (B) TA3 inhibits migration of U2OS human osteosarcoma cells. The cells were treated with several concentrations (0, 3,
and 6 mM) of TA3 for 24 h. The cells with 0.1% FBS were used as negative control. The recoveries of wound widths were reduced by TA3 treatment. The wound widths were measured
and used for the graphs. (C) TA3 attenuated invasion of U2OS human osteosarcoma cells. The cells were treated with TA3 (0, 3, and 6 mM) for 20 h. The cells with 0.1% FBS were used
as negative control. The invaded cells were counted and plotted. (D) Gelatinase activities of MMP-2 and MMP-9 were inhibited by TA3 treatment (0, 3, and 6 mM) in U2OS cells.
Statistical analysis of results was performed by Student t test. (*p < 0.05, **p < 0.01, ***p < 0.001). TA3, timosaponin A III, MMP, matrix metalloproteinase; FBS, fetal bovine serum.

O. Jung and S.Y. Lee / Synergistic antiosteosarcoma effects of TA3 and ginsenosides 493



Conflicts of interest

The authors have no conflicts of interest to declare.

Acknowledgment

This research was supported by the Basic Science Research
Program through the National Research Foundation of Korea
(NRF) and is funded by the Ministry of Education (NRF-
2018R1D1A1B07040998).

References

[1] Broadhead ML, Clark J, Myers DE, Dass CR, Choong PF. The molecular patho-
genesis of osteosarcoma: a review. Sarcoma 2011;2011.

[2] Ando K, Heymann M-F, Stresing V, Mori K, Rédini F, Heymann D. Current
therapeutic strategies and novel approaches in osteosarcoma. Cancers
2013;5(2):591e616.

[3] Takeda Y, Togashi H, Matsuo T, Shinzawa H, Takeda Y, Takahashi T. Growth
inhibition and apoptosis of gastric cancer cell lines by Anemarrhena aspho-
deloides Bunge. J Gastroenterol 2001;36(2):79e90.

[4] Fu YL, Yu ZY, Tang XM, Zhao Y, Yuan XL, Wang S, Ma BP, Cong YW. Pennogenin
glycosides with a spirostanol structure are strong platelet agonists: structural
requirement for activity and mode of platelet agonist synergism. J Thromb
Haemostasis 2008;6(3):524e33.

[5] Yang B-Y, Zhang J, Liu Y, Kuang H-X. Steroidal saponins from the rhizomes of
Anemarrhena asphodeloides. Molecules 2016;21(8):1075.

[6] King FW, Fong S, Griffin C, Shoemaker M, Staub R, Zhang Y-L, Cohen I,
Shtivelman E. Timosaponin AIII is preferentially cytotoxic to tumor cells
through inhibition of mTOR and induction of ER stress. PLoS One 2009;4(9),
e7283.

[7] Sy L-K, Yan S-C, Lok C-N, Man RY, Che C-M. Timosaponin A-III induces auto-
phagy preceding mitochondria-mediated apoptosis in HeLa cancer cells.
Cancer Res 2008;68(24):10229e37.

Fig. 7. Synergistic effects of ginseng saponins Rb1 and Rc on TA3-induced apoptosis in MG63 human osteosarcoma cells. (A) Cytotoxic effects of several ginseng compounds
with TA3 were tested in MG63 cells. Cells were subjected to the following treatment for 24 h; TA3 (6 mM), Compound K (20 mM), TA3 (6 mM) plus Compound K (20 mM), Rb1 (250
mM), TA3 (6 mM) plus Rb1 (250 mM), Rc (250 mM), and TA3 (6 mM) plus Rc (250 mM) for 24 h and subjected to CCK-8 assay. (B) Stimulations of TA3-induced apoptosis by the
treatment of Rb1 and Rc in MG63 cells. Cells were treated with TA3 (6 mM) and/or Compound K (20 mM), Rb1 (250 mM), and Rc (250 mM) for 24 h and subjected to annexin V/PI
apoptosis assay. (C) Quantifications of apoptotic cells from annexin V/PI apoptosis assay. Statistical analysis of results was performed by Student t test. (*p < 0.05, **p < 0.01 versus
control, $p < 0.05, $$p < 0.01 versus treatment of TA3, #p < 0.05, ##p < 0.01 versus treatment of ginseng compounds). TA3, timosaponin A II.

J Ginseng Res 2019;43:488e495494



[8] Jung O, Lee J, Lee YJ, Yun JM, Son YJ, Cho JY, Ryou C, Lee SY. Timosaponin AIII
inhibits migration and invasion of A549 human non-small-cell lung cancer
cells via attenuations of MMP-2 and MMP-9 by inhibitions of ERK1/2, Src/FAK
and b-catenin signaling pathways. Bioorg Med Chem Lett 2016;26(16):3963e
7.

[9] Baguley BC. Multiple drug resistance mechanisms in cancer. Mol Biotechnol
2010;46(3):308e16.

[10] KIm AD, Kang KA, Zhang R, Lim CM, Kim HS, King DH, Jeon YJ, Lee CH, Park J,
Chang WY, et al. Ginseng saponin metabolite induces apoptosis in MCF-7
breast cancer cells through the modulation of AMP-activated protein kinase.
Environ Toxicol Pharmacol 2010;30(2):134e40.

[11] Wang C-Z, Yuan C-S. Potential role of ginseng in the treatment of colorectal
cancer. Am J Chin Med 2008;36(06):1019e28.

[12] Choi HH, Jong HS, Park JH, Choi S, Lee JW, Kim TY, Otsuki T, Namba M, Bang YJ.
A novel ginseng saponin metabolite induces apoptosis and down-regulates
fibroblast growth factor receptor 3 in myeloma cells. Int J Oncol 2003;23(4):
1087e93.

[13] Lee SY. Synergistic effect of maclurin on ginsenoside compound K induced
inhibition of the transcriptional expression of matrix metalloproteinase-1 in
HaCaT human keratinocyte cells. J Ginseng Res 2018;42(2):229e32.

[14] Chen S, Wang Z, Huang Y, O’Barr SA, Wong RA, Yeung S, Chow MS. Ginseng
and anticancer drug combination to improve cancer chemotherapy: a critical
review. Evid base Compl Alternative Med 2014;2014.

[15] Park JK, Park SH, So K, Bae IH, Yoo YD, UmH-D. ICAM-3 enhances themigratory
and invasive potential of human non-small cell lung cancer cells by inducing
MMP-2 and MMP-9 via Akt and CREB. Int J Oncol 2010;36(1):181e92.

[16] Qu B, Liu BR, Du YJ, Chen J, Cheng YQ, Xu W, Wang XH. Wnt/b-catenin
signaling pathway may regulate the expression of angiogenic growth factors
in hepatocellular carcinoma. Oncol Lett 2014;7(4):1175e8.

[17] Porter AG, Jänicke RU. Emerging roles of caspase-3 in apoptosis. Cell Death
Differ 1999;6(2):99.

[18] van Zijl F, Krupitza G, Mikulits W. Initial steps of metastasis: cell invasion and
endothelial transmigration. Mutat Res Rev Mutat Res 2011;728(1):23e34.

[19] Kim KM, Im AR, Kim SH, Hyun JW, Chae S. Timosaponin AIII inhibits mela-
noma cell migration by suppressing COX-2 and in vivo tumor metastasis.
Cancer Sci 2016;107(2):181e8.

[20] The cell wall polysaccharide metabolism of the brown alga Ectocarpus sili-
culosus. Insights into the evolution of extracellular matrix polysaccharides in
Eukaryotes. New Phytol 2010;188(1):82e97.

[21] Li W, Liu Z, Zhao C, Zhai L. Binding of MMP-9-degraded fibronectin to b6
integrin promotes invasion via the FAK-Src-related Erk1/2 and PI3K/Akt/
Smad-1/5/8 pathways in breast cancer. Oncol Rep 2015;34(3):1345e52.

[22] Xu X, Wang Y, Chen Z, Sternlicht MD, Hidalgo M, Steffensen B. Matrix
metalloproteinase-2 contributes to cancer cell migration on collagen. Cancer
Res 2005;65(1):130e6.

[23] Wang Y, Wu N, Pang B, Tong D, Sun D, Sun H, Zhang C, Sun W, Meng X, Bai J,
et al. TRIB1 promotes colorectal cancer cell migration and invasion through
activation MMP-2 via FAK/Src and ERK pathways. Oncotarget 2017;8(29):
47931.

[24] Meng XN, Jin Y, Yu Y, Bai J, Liu GY, Zhu J, Zhao YZ, Wang Z, Chen F, Lee KY,
et al. Characterisation of fibronectin-mediated FAK signalling pathways in
lung cancer cell migration and invasion. Br J Cancer 2009;101(2):327.

[25] Wu X, Yang L, Zhang Z, Li Z, Shi J, Li Y, Han S, Gao J, TAng C, Su L, et al. Src
promotes cutaneous wound healing by regulating MMP-2 through the ERK
pathway. Int J Mol Med 2016;37(3):639e48.

[26] Reddy KB, Nabha SM, Atanaskova N. Role of MAP kinase in tumor progression
and invasion. Cancer Metastasis Rev 2003;22(4):395e403.

[27] Nakayama K. cAMP-response element-binding protein (CREB) and NF-kB
transcription factors are activated during prolonged hypoxia and coopera-
tively regulate the induction of matrix metalloproteinase MMP1. J Biol Chem
2013;288(31):22584e95.

[28] Wu B, Crampton SP, Hughes CC. Wnt signaling induces matrix metal-
loproteinase expression and regulates T cell transmigration. Immunity
2007;26(2):227e39.

[29] Lowe SW, Lin AW. Apoptosis in cancer. Carcinogenesis 2000;21(3):485e95.
[30] Zhang S, Pang H, Sun M, Li H. Timosaponin AIII inhibits the growth of human

leukaemia cells HL-60 by down-regulation of PI3K/AKT and Wnt/b-catenin
pathways. Biotechnol Biotechnol Equip 2018;32(1):150e5.

[31] Kang YJ, Chung HJ, Nam JW, Park HJ, Seo EK, Kim YS, Lee D, Lee SK. Cytotoxic
and antineoplastic activity of timosaponin A-III for human colon cancer cells.
J Nat Prod 2011;74(4):701e6.

[32] Elmore S. Apoptosis: a review of programmed cell death. Toxicol Pathol
2007;35(4):495e516.

[33] Lakhani SA, Masud A, Kuida K, Porter GA, Booth CJ, Mehal WZ, Inayat I,
Flavell RA. Caspases 3 and 7: key mediators of mitochondrial events of
apoptosis. Science 2006;311(5762):847e51.

[34] Boucher D, Blais V, Denault J-B. Caspase-7 uses an exosite to promote poly
(ADP ribose) polymerase 1 proteolysis. Proce Natl Acad Sci 2012;109(15):
5669e74.

[35] Chaitanya GV, Alexander JS, Babu PP. PARP-1 cleavage fragments: signatures
of cell-death proteases in neurodegeneration. Cell Commun Signal 2010;8(1):
31.

[36] Ahuja A, Kim JH, Kim J-H, Yi Y-S, Cho JY. Functional role of ginseng-derived
compounds in cancer. J Ginseng Res 2017.

O. Jung and S.Y. Lee / Synergistic antiosteosarcoma effects of TA3 and ginsenosides 495


