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ABSTRACT
Docetaxel (DTX) is a useful chemotherapeutic drug for the treatment of 

hormone-refractory prostate cancer. However, emergence of DTX resistance has 
been a therapeutic hurdle. In this study, we investigated the effect of combining 
DTX with Bcl-2 family inhibitors using human prostate cancer cell lines (PC3, LNCaP, 
and DU145 cells). PC3 cells were less sensitive to DTX than were the other two 
cell lines. In contrast to ABT-199, which inhibits Bcl-2 and Bcl-w, both ABT-263 
and ABT-737, which inhibit Bcl-2, Bcl-xL, and Bcl-w, significantly augmented the 
antitumor effect of DTX on PC3 cells. ABT-263 also enhanced the antitumor effect 
of DTX on a DTX-resistant PC3 variant cell line. The antitumor effect of ABT-263 
was due mainly to its inhibitory effect on Bcl-xL. In a xenograft mouse model, 
DTX and ABT-737 combination therapy significantly inhibited PC3 tumor growth. 
Interestingly, although ABT-263 activated caspase-9 in PC3 cells, inhibition of 
caspase-9 unexpectedly promoted ABT-263-induced apoptosis in a caspase- 
8-dependent manner. This augmented apoptosis was also observed in LNCaP cells. 
These findings indicate that Bcl-xL inhibition can sensitize DTX-resistant prostate 
cancer cells to DTX, and they reveal a unique apoptotic pathway in which antagonism 
of Bcl-2 family members in caspase-9-inhibited prostate cancer cells triggers 
caspase-8-dependent apoptosis.

INTRODUCTION

Prostate cancer is one of the most common 
malignant disorders found in males worldwide. Although 
early-stage prostate cancer can be well-controlled by 
surgery or radiotherapy, patients with advanced prostate 
cancer are treated with hormone therapy [1], and after a 
short-term remission, surviving cancer cells often return 
with increased malignancy [2]. Docetaxel (DTX) has 
been used as a chemotherapeutic drug to combat recurrent 
prostate cancer [3–5]; however, malignant cells frequently 
acquire DTX resistance, and efficient treatment modalities 
to overcome this resistance are required.

Apoptosis is primarily induced in cancer cells 
through two major pathways: extrinsic and intrinsic 
pathways [6, 7]. Fas ligand (FasL) and tumor necrosis 
factor (TNF)-related apoptosis-inducing ligand (TRAIL) 
can provide a death signal via the ‘extrinsic’ apoptotic 
pathway, activating caspase-8 in cancer cells. In contrast, 
cytotoxic drugs and high-dose radiation damage DNA 
and mitochondria, resulting in activation of the ‘intrinsic’ 
caspase-9-mediated apoptotic pathway. Although 
several molecules participate in mitochondria-mediated 
apoptosis [8–10], Bcl-2 family molecules play a crucial 
role in this type of apoptosis [11, 12]. The family of Bcl-
2-related anti-apoptotic proteins includes Bcl-2, Bcl-xL,  



Oncotarget11400www.impactjournals.com/oncotarget

Bcl-w, and Mcl-1. These proteins inhibit cell death 
by sequestering the pro-apoptotic proteins Bax and 
Bak and by preventing their oligomerization [13–16].  
Elevation of Bcl-2 expression protects cancer cells 
from apoptosis [17, 18], and the elevated expression 
of Bcl-2 and Bcl-xL has been frequently observed in a 
variety of cancers [12]. Additionally, a survey of gene 
expression and response to chemotherapy agents in 
the NCI-60 panel identified Bcl-xL as a major cause of 
chemoresistance in epithelial cancer cells [19]. Thus, 
inhibition of Bcl-2 and/or Bcl-xL is hypothesized to 
potentiate the effect of chemotherapy, and consequently 
several Bcl-2 family inhibitors/antagonists have been 
developed. ABT-737 is a small molecule inhibitor of 
Bcl-2, Bcl-xL, and Bcl-w [20]. ABT-263 (Navitoclax) 
is a clinically available and orally bioavailable inhibitor 
with the same specificity as ABT-737 [21, 22]. In 
addition, ABT-199 is a new, orally bioavailable inhibitor 
that inhibits Bcl-2 and Bcl-w, but not Bcl-xL [23]. 
Several reports have shown efficacy of these inhibitors 
against both hematological malignancies as well as 
several types of solid tumors [24–30].

In this study, we investigated the effect of 
combining DTX with Bcl-2 family inhibitors in three 
human prostate cancer cell lines: PC3, LNCaP, and 
DU145 cells. Among them, PC3 cells were less sensitive 
to DTX than were the other two lines, but ABT-263 and 
ABT-737 significantly augmented the sensitivity of these 
cells to DTX. RNA interference experiments showed that 
ABT-263 augmented the antitumor effect of DTX on PC3 
cells via Bcl-xL inhibition. In a xenograft mouse model, 
DTX and ABT-737 combination therapy significantly 
inhibited the growth of PC3 cells compared with either 
therapy alone. Additionally, despite the fact that ABT-263 
activated caspase-9 in PC3 cells, inhibition of caspase-9 
unexpectedly promoted ABT-263-induced apoptosis in a 
caspase-8-dependent manner. These findings indicate that 
Bcl-xL inhibition by ABT-263 or ABT-737 can sensitize 
DTX-resistant prostate cancer cells to DTX, and they 
reveal a unique apoptotic pathway in which antagonism 
of Bcl-2 family members in caspase-9-inhibited prostate 
cancer cells triggers caspase-8-dependent apoptosis.

RESULTS

The therapeutic effect of combining DTX with 
Bcl-2 family inhibitors in human prostate 
cancer cells

Initially, the cytotoxic effect of combining DTX 
with either of two Bcl-2 family inhibitors, ABT-263 and 
ABT-199, was assessed using three prostate cancer cell 
lines (Fig. 1A). Among the three cell lines, PC3 cells 
were relatively resistant to DTX and DU145 cells were 
less sensitive to both inhibitors compared with the other 
two cell lines. Of note, ABT-263 decreased the viability 

of PC3 cells more drastically than did ABT-199 with 
suboptimal doses of DTX. Selected data are shown in 
Fig. 1B. Such a synergistic effect was not observed 
in LNCaP or DU145 cells. The effect of these drug 
combinations on a normal prostate epithelial cell line, 
PrEC, was also assessed (Fig. 1C). PrEC cells were 
less sensitive to DTX but more sensitive to ABT-263, 
compared with prostate cancer cell lines. No synergistic 
effect of DTX combined with ABT-263 was observed 
in PrEC cells. The expression of Bcl-2 family proteins 
(anti-apoptotic proteins including Bcl-2, Bcl-xL, and 
Mcl-1 and pro-apoptotic proteins including Bax and Bak) 
was then examined in the three prostate cancer cell lines 
(Fig. 1D). All three cell lines showed expression of each 
molecule evaluated at the protein level, except for a lack 
of detectable expression of Bax in DU145 cells.

Bcl-xL plays a major role in protection of PC3 
cells against DTX cytotoxicity

Given the difference in specificity of inhibition 
between ABT-263 and ABT-199, we examined whether 
the augmenting effect of ABT-263 was due to its 
inhibition of Bcl-xL alone versus the inhibition of both 
Bcl-xL and Bcl-2. When transfected into PC3 cells, 
small interfering RNA (siRNA) specific to either Bcl-2  
or Bcl-xL decreased the expression of the respective 
proteins (Fig. 2A). Additionally, although selective 
knockdown of Bcl-2 showed a tendency to decrease cell 
viability, Bcl-xL knockdown significantly decreased the 
viability of PC3 cells in the presence of low-dose DTX, 
to the same level as that caused by double knockdown 
of Bcl-2 and Bcl-xL (Fig. 2B). Relatedly, knockdown 
of Bcl-xL increased the percentage of apoptotic PC3 
cells in the presence of low-dose DTX to the same 
level as that caused by double knockdown of Bcl-2 and 
Bcl-xL (Fig. 2C and D). These results indicate that the 
augmented antitumor effect induced by ABT-263 in 
PC3 cells treated with low-dose DTX is primarily due 
to inhibition of Bcl-xL.

Effect of combining DTX with ABT-263 in a 
DTX-resistant PC3 variant cell line

As described above, the emergence of DTX 
resistance in prostate cancer cells has become an important 
therapeutic challenge. Accordingly, we established a DTX-
resistant PC3 variant cell line, designated DR-PC3, and 
examined the effect of DTX and ABT-263 combination 
treatment in this cell line. DR-PC3 cells grew more 
slowly than did parental PC3 cells and showed a thinner 
appearance than the parental PC3 cells (data not shown). 
The DR-PC3 cells showed significant resistance to DTX 
compared with parental PC3 cells (Fig. 3A). DR-PC3 cells 
also exhibited higher resistance to ABT-263 at a dose of 
10 or 20 μM, compared with parental PC3 cells (Fig. 3B). 
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When treated with both DTX and ABT-263, although the 
sensitizing effect was not as dramatic as seen in parental 
PC3 cells, ABT-263 (5 or 10 μM) augmented the antitumor 
effect of 50 and 200 nM DTX (Fig. 3C). Selected data are 
shown in Fig. 3D. These results suggest that ABT-263 has 
the potential to sensitize DTX-resistant prostate cancer 
cells to DTX-induced cytotoxicity.

The effect of DTX and ABT-737 co-treatment on 
PC3 cells in a xenograft mouse model

We next examined the antitumor effect induced 
by the combination of DTX and Bcl-2 family 
inhibitors in vivo. Initially, ABT-263 (20 mg/kg) 
was administered orally on days 0, 1, 2, 3, and 4 

Figure 1: ABT-263 sensitizes PC3 cells to DTX. (A) Three prostate cancer cell lines were cultured with the indicated 
concentrations of DTX (nM) and either ABT-263 or ABT-199 (μM). After 48 h, cell viability (%) was determined using the WST-8  
assay. The results are shown as the means + SD of three wells. Similar results were obtained in three independent experiments. 
(B) Selected results for DTX (5 nM) and ABT-263 (5 μM) treatments are shown. **P<0.01 compared with the other three groups 
(Student’s t-test). (C) Normal prostate epithelial PrEC cells were cultured with the indicated concentrations of DTX and ABT-263, and 
cell viability (%) was determined as described above. (D) The three prostate cancer cell lines were examined for their expression of 
Bcl-2 family molecules by immunoblot. β-actin was used as the control. DTX, docetaxel.
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after grouping in combination with DTX (10 mg/kg) 
 injected intraperitoneally (i.p.) on days 1 and 3 after 
grouping; no significant synergistic effect on the 
growth of PC3 was observed (Fig. 4A). Subsequently, 
we used ABT-737, which has the same specificity as 
ABT-263 yet can be administered systemically. In  
in vitro studies, the combination of ABT-737 and DTX 
synergistically decreased the viability of PC3 cells to a 
similar degree as seen with ABT-263 (Fig. 4B and C).  
ABT-737 showed a similar effect on the normal prostate 
epithelial cell line PrEC, but to a lesser degree than 
that of ABT-263 (Fig. 4D). To determine the doses 
of DTX and ABT-737 used for in vivo study, we 

performed preliminary experiments. In the first, all 
PC3-bearing mice died following i.p. administration of 
DTX (30 mg/kg) on days 0, 2, and 4 after grouping, 
suggesting that DTX (30 mg/kg) administration 
three times at 2-day intervals was too much. In the 
second experiment, although i.p. administration 
of DTX (10 mg/kg) or ABT-737 (100 mg/kg)  
alone on days 0, 3, and 6 after grouping showed no 
effect on mortality, the combination of both resulted in 
the deaths of all of the mice. Based on these results, 
we performed experiments in which PC3-bearing mice 
were injected i.p. with DTX (10 mg/kg) and/or ABT-737 
(50 mg/kg) on days 0 and 4 after grouping (Fig. 4E).  

Figure 2: The antitumor effect of ABT-263 on PC3 cells is mainly due to inhibition of Bcl-xL. (A) PC3 cells transfected with 
the indicated siRNA were analyzed for their expression of Bcl-2 and Bcl-xL by immunoblot. β-actin was used as the control. (B) siRNA-
transfected PC3 cells were cultured with the indicated concentrations of DTX (nM). After 48 h, cell viability (%) was determined using the 
WST-8 assay. The results are shown as the means + SD of three wells. (C) siRNA-transfected PC3 cells were cultured with DTX (5 nM). 
After 24 h, cells were stained with FITC-conjugated Annexin V/PI, and flow cytometric analysis was performed. The results are shown as 
the means + SD of three wells. **P<0.01 (Student’s t-test) (D) Representative results are shown. The numbers represent the percentages 
of each subset. DTX, docetaxel.
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In PC3-grafted nude mice, DTX and ABT-737 
combination treatment significantly suppressed tumor 
growth compared with the groups treated with either 
drug alone (Fig. 4E and F). Body weight was also 
measured, as an indicator of general health, and was 
found to decrease in all groups, in accompaniment 
with tumor growth and probably due to cachexia. Body 
weight loss was most apparent in the mice treated with 
the combination therapy, but the difference was not 
significant, and no mortality was observed (Fig. 4G). 
These results indicate that Bcl-2 family inhibitors such 
as ABT-737 can sensitize the partially DTX-resistant 
human prostate cancer cells to DTX in vivo.

Induction of caspase-dependent apoptosis in PC3 
cells by co-treatment with DTX and ABT-263

To examine the mechanism underlying the 
synergistic antitumor effect of DTX and ABT-263, flow 
cytometric analysis of Annexin V/propidium iodide 

(PI) was performed. As shown in Fig. 5A, treatment of 
PC3 cells with the combination therapy increased the 
proportion of Annexin V+ apoptotic cells significantly, 
as compared with either therapy alone. Immunoblot 
analysis revealed that treatment of PC3 cells with 
ABT-263 alone activated caspase-3, -8, -9, and -2, 
and that co-treatment with DTX further increased the 
activation levels of caspase-3 and -9 (Fig. 5B), implying 
that combination therapy enhanced apoptosis in a  
caspase-9-dependent manner. This phenomenon was 
further confirmed using a panel of caspase inhibitors. 
In PC3 cells co-treated with DTX and ABT-263, the 
percentage of Annexin V+ apoptotic cells was decreased 
by the addition of inhibitors against pan-caspase, 
caspase-8, or caspase-2 (Fig. 5C). Unexpectedly, 
incubation with a caspase-9 inhibitor increased the 
percentage of Annexin V+ apoptotic PC3 cells. The 
degree of apoptosis was further enhanced when 
caspase-9 inhibitor-treated PC3 cells were co-treated 
with ABT-263, but not with DTX (Fig. 5D).

Figure 3: ABT-263 sensitizes a DTX-resistant PC3 variant cell line to DTX. (A) Parental PC3 and DR-PC3 cells were cultured 
with the indicated concentrations of DTX (nM). After 48 h, cell viability (%) was assessed using the WST-8 assay. The results are shown 
as the means + SD of three wells. (B) Similarly, PC3 and DR-PC3 cells were examined for their sensitivity to ABT-263 (μM). **P<0.01 
(Student’s t-test). (C) DR-PC3 cells were cultured with the indicated concentrations of DTX (nM) and/or ABT-263 (μM). After 48 h, cell 
viability (%) was determined as described above. (D) Selected results are shown, as means + SD of three wells. **P<0.01 compared with 
the other three groups (Student’s t-test). DTX, docetaxel.
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Figure 4: In vivo antitumor effect of DTX and ABT-737 on the growth of PC3 cells. (A) BALB nu/nu male mice (n = 6) were 
inoculated in the right flank with 3 × 106 PC-3 cells in Matrigel. On day 7, the mice were pooled and divided into four groups. The PC3-bearing 
mice were administered with either or both DTX (10 mg/kg) intraperitoneally on days 1 and 3 (arrow heads) and ABT-263 (20 mg/kg) orally 
on days 0, 1, 2, 3, and 4 (arrows) after grouping. Thereafter, the tumor size, product of two perpendicular diameters, was measured every 3 or 
4 days. The results are shown as the means + SD of six mice. (B) PC3 cells were cultured with the indicated concentrations of DTX (nM) and 
ABT-737 (μM). After 48 h, cell viability (%) was assessed using the WST-8 assay. The results are shown as the means + SD of three wells.  
(C) Selected results are shown, as the means + SD of three wells. **P<0.01 compared with the other three groups (Student’s t-test) (D) PrEC 
cells were cultured with the indicated concentrations of DTX and ABT-263, and cell viability (%) was determined as described above. (E, F) 
BALB nu/nu male mice (n = 6) were inoculated in the right flank with 3 × 106 PC-3 cells in Matrigel. On day 7, the mice were pooled and divided 
into four groups. On days 0 and 4 after grouping, the PC3-bearing mice were injected intraperitoneally with either or both DTX (10 mg/kg) 
(arrow heads) and ABT-737 (50 mg/kg) (arrows). Thereafter, the tumor size, product of two perpendicular diameters, and body weight (G) were 
measured every 4 days. The results are shown as the means + SD of six mice. *P<0.05, **P<0.01 (ANOVA with Bartlett’s test). DTX, docetaxel.
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Caspase-8-dependent apoptosis in ABT-263-treated 
PC3 and LNCaP cells is augmented by caspase-9 
inhibition

We next explored the mechanism by which ABT-
263-induced apoptosis was augmented by incubation with 
a caspase-9 inhibitor. As shown in Fig. 6A, treatment 
with ABT-263 alone activated mainly caspase-9 in PC3 
cells, whereas co-treatment with the caspase-9 inhibitor 

clearly enhanced activation of caspase-3 and caspase-8. 
Caspase-2 activation was also enhanced slightly. Since 
cellular FLICE-like inhibitory proteins (c-FLIPs) are known 
to inhibit caspase-8 activation [6, 31], we examined the 
expression of c-FLIPL and c-FLIPS in treated PC3 cells. 
However, no change in cFLIP expression was observed 
in cells treated with both the caspase-9 inhibitor and  
ABT-263 (Fig. 6A). We confirmed this phenomenon by 
flow cytometry. Augmentation of Annexin V+/PI- (early) and  

Figure 5: Inhibition of caspase-9 promotes apoptosis in ABT-263-treated PC3 cells. (A) PC3 cells were treated with both 
DTX (2.5 nM) and ABT-263 (4 μM). After 24 h, cells were stained with FITC-conjugated Annexin V and PI, and flow cytometry was 
performed. The numbers represent the percentages of each subset. (B) PC3 cells were treated with DTX (2.5 nM) and/or ABT-263  
(4 μM). After 24 h, cells were harvested and cell lysates assayed for their expression of caspase-3, -8, -9, and -2 by immunoblot. β-actin 
was used as a loading control. (C) PC3 cells were treated with both DTX (2.5 nM) and ABT-263 (4 μM) in the presence of the indicated 
caspase inhibitors. After 24 h, flow cytometry was performed as described previously. The numbers represent the percentages of each 
subset. (D) PC3 cells were treated with either DTX (2.5 nM) or ABT-263 (4 μM) in the presence of the indicated caspase inhibitors. 
DTX, docetaxel; panCi, pan-caspase inhibitor; C9i, caspase-9 inhibitor; C8i, caspase-8 inhibitor; C2i, caspase-2 inhibitor. As the 
vehicle control, the same volume of DMSO was added.
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Figure 6: Analysis of caspase-8-dependent ABT-263-induced apoptosis of PC3 cells under caspase-9 inhibition. (A) PC3 
cells were treated with a caspase-9 inhibitor (20 μM) and/or ABT-263 (4 μM). After 24 h, cells were harvested and cell lysates assayed for 
their expression of caspase-3, -8, -9, -2, and c-FLIP by immunoblot. α-tubulin and β-actin were used as loading controls. (B) PC3 cells were 
treated with both DTX (2.5 nM) and ABT-263 (4 μM) in the presence of the indicated caspase inhibitors. After 24 h, cells were stained with 
FITC-conjugated Annexin V and PI, and flow cytometry was performed. The numbers represent the percentages of each subset. (C) The 
results are shown as the means + SD of three samples. *P<0.05, **P<0.01 (Student’s t-test); panCi, pan-caspase inhibitor; C9i, caspase-9 
inhibitor; C8i, caspase-8 inhibitor; C2i, caspase-2 inhibitor. As the vehicle control, the same volume of DMSO was added.

Annexin V+/PI+ (late) apoptosis of ABT-263-treated 
PC3 cells induced by the caspase-9 inhibitor was clearly 
blocked by caspase-8 inhibition (Fig. 6B and C). Caspase-2 
inhibition also blocked the enhanced apoptosis (Annexin V+/
PI-) observed in ABT-263/caspase-9 inhibitor co-treated PC3 
cells, but the restoration effect was small.

Given the existence of the caspase-9-independent, 
Smac-mediated mitochondrial apoptotic pathway  
[32, 33], the involvement of Smac in the enhanced 
apoptosis observed was examined. However, knockdown 
of Smac by siRNA failed to affect the increase in 
apoptosis seen in the presence of both ABT-263 and the 



Oncotarget11407www.impactjournals.com/oncotarget

caspase-9 inhibitor (Suppl. Fig. 1). Given that apoptosis 
can also be induced in human prostate cancer cells via 
the interaction of Fas and FasL [34, 35], we examined the 
involvement of this pathway in the augmented, caspase-
8-dependent apoptosis of PC3 cells co-treated with ABT-
263 and the caspase-9 inhibitor. However, PC3 cells 
showed no Fas expression and only a portion of the cells 
expressed FasL; furthermore, incubation with an anti-FasL 
blocking antibody had no effect on apoptosis of PC3 cells 
treated with both ABT-263 and the caspase-9 inhibitor  
(Suppl. Fig. 2).

The effect of ABT-263/caspase-9 inhibitor  
co-treatment on apoptosis was also examined in several 
other prostate cancer cell lines. Caspase-9 inhibition 
was found to significantly increase apoptosis in  

ABT-263-treated LNCaP cells, and subsequent inhibition of 
caspase-8 blocked this augmentation (Fig. 7A). In contrast, 
the addition of the caspase-9 inhibitor significantly inhibited 
apoptosis of ABT-263-treated DU145 cells. Representative 
data are shown in Fig. 7B.

DISCUSSION

Prostate cancer has become an increasingly 
prevalent malignancy in males worldwide. Although 
several treatment options exist for patients with prostate 
cancer, DTX resistance is an urgent issue to be overcome 
as quickly as possible. In this study, we investigated the 
therapeutic effect of combining DTX and Bcl-2 family 
inhibitors in human prostate cancer cells. Our findings 

Figure 7: Induction of caspase-8-dependent ABT-263-induced apoptosis of LNCaP cells by inhibition of caspase-9.  
(A) LNCaP and DU145 cells were treated with ABT-263 (2.5 μM for LNCaP and 10 μM for DU145) in the presence of either or both the 
caspase-9 and caspase-8 inhibitors (20 μM). After 24 h, cells were stained with FITC-conjugated Annexin V and PI, and flow cytometry 
was performed. The results are shown as the means + SD of three samples. *P<0.05, **P<0.01 (Student’s t-test) NS, not significant. 
(B) Representative results are shown. The numbers represent the percentages of each subset. C9i, caspase-9 inhibitor; C8i, caspase-8 
inhibitor. As the vehicle control, the same volume of DMSO was added.
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revealed that ABT-263 and ABT-737 have the potential to 
enhance the sensitivity of the partially DTX-insensitive 
PC3 prostate cancer cell line, and that this effect is largely 
due to Bcl-xL inhibition. Additionally, we uncovered 
a unique apoptotic pathway in which ABT-263 and 
caspase-9 inhibition paradoxically promote apoptosis in 
human prostate cancer cells, despite the fact that ABT-263 
activates caspase-9.

Of the three human prostate cancer cell lines 
examined, PC3 cells were less sensitive to DTX, 
compared with LNCaP and DU145 cells, and exhibited 
enhanced sensitivity to DTX when treated with  
ABT-263, but not with ABT-199 (Fig. 1). Given the 
difference in specificity between ABT-263 and ABT-199, 
we examined whether the augmenting effect of ABT-
263 was dependent on inhibition of Bcl-xL alone versus 
both Bcl-xL and Bcl-2. RNA interference experiments 
revealed that Bcl-xL inhibition by ABT-263 was mainly 
responsible for the augmented cytotoxicity in PC3 cells 
(Fig. 2). This result was plausible because cytotoxic 
anti-cancer drugs induce mitochondria-mediated and 
caspase-9-dependent apoptosis and because Bcl-xL 
over-expression is a major cause of chemoresistance in 
many types of epithelial cancer cells [19].

Apoptosis is triggered primarily through the 
‘extrinsic’ or ‘intrinsic’ caspase-dependent cell death 
pathways, and caspase-8 and -9, respectively, play central 
roles in these pathways [6, 7]. Additionally, activation 
of caspase-8 transforms Bid to tBid, thereby promoting 
mitochondrial-mediated caspase-9-dependent apoptosis. 
When cancer cells are exposed to anti-cancer drugs, 
changes in pro-apoptotic or anti-apoptotic molecules 
occur at the mitochondrial membrane, leading to 
activation of caspase-9 [6]. In the current study, although 
sub-optimal doses of DTX failed to activate any caspases, 
ABT-263 alone activated caspase-3, -8, -9, and -2 in PC3 
cells (Fig. 5B). The combination of DTX and ABT-263 
further increased the activation of caspase-3 and -9, 
suggesting that the enhanced apoptotic effect achieved 
by co-treatment with DTX and ABT-263 was due mainly 
to caspase-9 activation.

Unexpectedly, although ABT-263 induced 
caspase-9 activation, apoptosis of ABT-263-treated PC3 
cells was paradoxically increased by the addition of a 
caspase-9 inhibitor. Of note, this augmented apoptosis 
was inhibited by the pan-caspase inhibitor z-VAD 
(Fig. 5D), suggesting that the enhanced apoptosis was 
definitely caspase-dependent. Therefore, we attempted 
to elucidate the underlying mechanism. In addition to 
the caspase-9-mediated pathway, the release of Smac/
DIABLO from the mitochondria promotes caspase-
dependent apoptosis by inhibiting apoptotic inhibitors 
[32, 33]. Therefore, this possibility was examined; 
however, knockdown of Smac had no effect on the 
induction of apoptosis in PC3 cells when treated with 
ABT-263 and the casapse-9 inhibitor (Suppl. Fig. 1). 

The possible participation of caspase-2 in this process 
was also evaluated. Caspase-2 has been suggested to 
participate in reactive oxygen species-mediated apoptosis 
[36], but the precise roles of this “orphan” caspase in 
cancer cell apoptosis have not been elucidated fully 
[37]. ABT-263 alone activated caspase-2 in PC3 cells 
(Fig. 5B), and this activation was slightly increased 
by the addition of the caspase-9 inhibitor (Fig. 6A). 
Inhibition of caspase-2 showed a tendency towards 
decreased apoptosis (only Annexin V+/PI- (early) 
apoptosis) in ABT-263-treated PC3 cells co-treated 
with the caspase-9 inhibitor (Fig. 6 B and C). In these 
experiments, caspase-8, which is a main caspase in the 
‘extrinsic’ apoptotic pathway, was found to participate 
in this apoptotic process, and the addition of a caspase-8 
inhibitor clearly decreased apoptosis of ABT-263-treated 
PC3 cells under caspase-9 inhibition. This apoptotic 
inhibition by the caspase-8 inhibitor was more dramatic 
than that seen with the caspase-2 inhibitor. Interestingly, 
activation of caspase-2 has been reported to activate 
caspase-8, and sequential activation of caspase-2 and -8  
is essential for saikosaponin A-induced apoptosis in 
human cancer cells [38]. Nevertheless, these lines of 
evidence reveal that treatment of caspase-9-inhibited 
prostate cancer cells with ABT-263 can trigger apoptosis 
mainly through activation of caspase-8.

What remains unclear is the mechanism by which 
caspase-8 becomes activated. ABT-263 alone activated 
caspase-8 in PC3 cells (Fig. 5B), and the combination 
of ABT-263 and caspase-9 inhibition also promoted 
caspase-8 activation (Fig. 6A). Because c-FLIP is 
known to inhibit caspase-8 activation [6], the possible 
involvement of c-FLIP was examined initially. The 
expression of c-FLIPL and c-FLIPS in PC3 cells was 
measured, but no apparent change was observed in cells 
treated with both the caspase-9 inhibitor and ABT-263 
(Fig. 6A). It has also been reported that apoptosis can be 
induced in human prostate cancer cells via the interaction 
of Fas and FasL [34, 35]. Therefore, we tested whether 
PC3 cells express Fas and FasL, and whether treatment 
with anti-FasL blocking antibody could attenuate 
apoptosis of PC3 cells treated with both ABT-263 and the 
caspase-9 inhibitor. PC3 cells showed no Fas expression, 
and only a portion of the PC3 cells expressed FasL. 
Consistent with these findings, incubation with the anti-
FasL antibody had no impact on apoptosis of PC3 cells 
treated with both ABT-263 and the caspase-9 inhibitor 
(Suppl. Fig. 2). Presently, we have no clear explanation for 
how caspase-8 is activated in ABT-263-treated PC3 cells 
under conditions of caspase-9 inhibition; further study is 
needed to elucidate the precise mechanism.

We tested three human prostate cancer cell lines 
in the current study. Compared with the other two lines, 
PC3 cells were less sensitive to DTX, but both ABT-263 
and ABT-737 were able to sensitize PC3 cells to low-
dose DTX. Of note, co-treatment with ABT-263 and 
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the caspase-9 inhibitor increased caspase-8-dependent 
apoptosis not only in PC3 cells but also in LNCaP cells 
(Fig. 7). In contrast, co-treatment with the caspase-9 
inhibitor significantly decreased apoptosis in ABT-263-
treated DU145 cells. To explore possible explanations for 
this finding, the expression of a panel of Bcl-2 family 
proteins was examined in the three cell lines. DU145 
cells showed no Bax expression and low Bak expression 
(Fig. 1D); since these are both pro-apoptotic molecules, 
this may account for the low sensitivity of the cells to 
ABT-263. A similar finding has been reported in ABT-
737 and DU145 cells [24].

The therapeutic effect of combined DTX and 
Bcl-2 family inhibition was also examined using a 
xenograft mouse model. In this in vivo experiment, as 
the Bcl-2 family inhibitor, we used ABT-737, which 
has the same specificity of inhibition as ABT-263 yet 
can be administered systemically [20]. The combination 
therapy was found to significantly suppress PC3 tumor 
growth, compared with either therapy alone. These results 
suggest that the combination of Bcl-2 family inhibitors 
with DTX is effective not only in vitro but also in vivo. 
However, there remains a question. ABT-263 and ABT-
737 are supposed to be similar agents with similar effects, 
however, the in vivo results in combination with DTX were 
different. Although we have no clear answer regarding 
this result at present, we suppose that this discrepancy in 
therapeutic efficacy could result from the difference in the 
administration routes of these reagents. We administered 
ABT-263 orally at 20 mg/kg for 5 consecutive days (on 
days 0, 1, 2, 3, and 4 after grouping) in combination with 
injections of DTX (10 mg/kg) twice (on days 1 and 3). 
More frequent administration of ABT-263 with higher 
doses could elicit a significant combination effect. We 
have no idea regarding the quantity of orally administered 
ABT-263 that would be absorbed in the intestine and have 
no information about its pharmacokinetics. Thus, we 
decided to use ABT-737, which showed similar activity  
in vitro but can be administered systemically.

Among the three cell lines tested, androgen-
independent DU145 cells were more resistant to  
ABT-263 than the other two lines, and there was no 
difference in the sensitivity of androgen-dependent 
LNCaP and androgen-independent PC3 cells towards 
ABT-263. Additionally, PC3 cells were more resistant to 
DTX than LNCaP or DU145 cells. However, the results 
with LNCaP cells provided additional information on the 
role of p53 when these cells were treated with DTX and/or 
ABT-263. LNCaP cells express wild-type p53, PC3 cells 
do not express p53, and DU145 cells harbor a mutated 
form of p53 [39]. Together, these lines of evidence 
indicate that the sensitivity to ABT-263 and DTX seemed 
to be unconnected to androgen dependency and p53.

Emergence of DTX resistance in prostate cancer 
cells has been an important therapeutic hurdle. To this 

end, we established a DTX-resistant PC3 variant cell line, 
designated DR-PC3, in which we examined the cytotoxic 
effect of DTX combined with ABT-263 (Fig. 3). Although 
DR-PC3 cells were highly resistant to DTX, ABT-263 
augmented the antitumor effect of DTX.

In summary, we investigated the sensitizing effect 
of the Bcl-2 family inhibitors ABT-263 and ABT-737 on 
the partially DTX-resistant PC3 human prostate cancer 
cell line. Our data indicate that these Bcl-2 inhibitors 
effectively enhance DTX-induced antitumor effects both 
in vitro and in vivo. These findings suggest that ABT-263 
and ABT-737 may be promising agents for restoring DTX 
sensitivity to DTX-resistant human prostate cancers.

METHODS

Cell culture and reagents

Three human prostate cancer cell lines (LNCaP, PC3, 
and DU145) were obtained from the American Type Culture 
Collection (ATCC, Rockville, MD, USA), and maintained in 
RPMI 1640 medium (Sigma-Aldrich, St. Louis, MO, USA) 
supplemented with 10% fetal bovine serum (Sigma-Aldrich) 
and 20 μg/mL gentamicin (Nacalai Tesque, Kyoto, Japan) in 
a humidified atmosphere containing 5% CO2 at 37°C. PrEC 
is a normal prostate epithelial cell line purchased from Lonza 
(Walkersville, MD, USA). ABT-263 and ABT-737 were 
purchased from Active Biochemicals Co., Ltd (Wan Chai, 
Hong Kong). ABT-199 was purchased from ChemieTek 
(Indianapolis, IN, USA). DTX was obtained from Sigma-
Aldrich and diluted in ethanol and finally in PBS with 
5% ethanol. The pan-caspase inhibitor z-VAD-FMK was 
purchased from Enzo Life Sciences (Farmingdale, NY, 
USA), and the caspase-8 inhibitor z-IETD-FMK, caspase-9 
inhibitor z-LEHD-FMK, and caspase-2 inhibitor z-VDVAD-
FMK were purchased from R&D Systems (Minneapolis, 
MN, USA).

Cell viability assays

Cell viability was evaluated using the 2-(2-methoxy-
4-nitrophenyl)-3-(4-nitrophenyl) -5-(2, 4-disulfophenyl)-
2H-tetrazolium monosodium salt (WST-8) assay (Nacalai 
Tesque). Briefly, cells were seeded in flat-bottomed  
96-well plates. At the assay endpoint (2 days post-
seeding), 10 μl WST-8 solution was added to each well, 
and the plates were incubated for an additional 3 h. The 
plates were read at a wavelength of 450 nm using a 
microplate reader (Beckman Coulter, Brea, CA, USA).

Establishment of a DTX-resistant PC3 variant 
cell line

To establish a DTX-resistant PC3 cell line, parental 
PC3 cells were cultured initially with 11 nM DTX and 
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then with 50 nM DTX for over 4 months. The established 
DTX-resistant PC3 cell line was referred to as DR-PC3.

In vivo xenograft model

Male BALB nu/nu mice, purchased from CLEA 
Japan (Tokyo, Japan), were maintained under specific 
pathogen-free conditions. The protocol was approved 
by the Committee on the Ethics of Animal Experiments 
of the Shimane University Faculty of Medicine (Permit 
Number: IZ26-212). All efforts were made to minimize 
suffering. Mice were inoculated in the right flank with 
3×106 PC3 cells and Matrigel (Japan BD Biosciences, 
Tokyo, Japan) at a 1:1 volume ratio in a total volume of 
100 μl. On day 7, the mice were pooled and divided into 
four groups. On the indicated days, these PC3-bearing 
mice were treated with DTX and/or ABT-263 or ABT-
737. As a vehicle control for DTX, 100 μl 5% ethanol 
PBS was injected. As a vehicle control for ABT-263 and 
ABT-737, 100 μl DMSO were administered. The tumor 
size and product of the two perpendicular diameters 
were measured every 3 or 4 days. Each group contained 
six mice.

Transfection of siRNA

Transfection of siRNA was performed using 
LipofectamineTM RNAiMAX (Invitrogen, Grand Island, 
NY, USA) according to the manufacturer’s instructions. 
siRNAs targeting Bcl-2 and Bcl-xL were purchased from 
Santa Cruz Biotechnology (Santa Cruz, CA, USA) and 
Invitrogen, respectively. Control siRNA (#6568) was 
purchased from Cell Signaling Technology (Danvers, MA, 
USA). The transfected cells were used for the experiments 
3 days after siRNA transfection.

Immunoblot

Cells were lysed using a mammalian protein 
extraction reagent (M-PER; PIERCE Scientific, 
Rockford, IL, USA) containing protease inhibitor 
cocktail (Nacalai Tesque). Equal amounts of protein 
were resolved on 4–12% gradient or 12% SDS-PAGE 
gels and then transferred to polyvinylidene fluoride 
membranes. After blocking the membranes, the blots 
were incubated with the following primary antibodies: 
anti-caspase-3 (9668: Cell Signaling Technology), 
anti-caspase-8 (M032-3; Medical and Biological 
Laboratories, Nagoya, Japan), anti-caspase-9 (9508; 
Cell Signaling Technology), anti-caspase-2 (2224; 
Cell Signaling Technology), anti-β-actin (BioLegend, 
San Diego, CA, USA) and anti-α-tubulin (Santa Cruz 
Biotechnology). Goat anti-rabbit or goat anti-mouse 
alkaline phosphatase-conjugated secondary antibodies 
(Invitrogen) were used to detect the primary antibodies. 
After washing, the membranes were incubated for  

30 min at room temperature with an alkaline  
phosphatase-conjugated secondary antibody. Protein 
bands were visualized using CDP-star chemiluminescence 
and imaged using a LAS-4000 (FujiFilm, Tokyo, Japan).

Flow cytometric analysis

Cell death was assessed using the Annexin V-FITC 
Apoptosis Detection kit (BioVision, Mountain View, CA, 
USA) and PI. Each caspase inhibitor (20 μM), or the 
same volume of DMSO as a vehicle control, was added at 
the initiation of culture. Analysis was performed using a 
FACSCalibur flow cytometer (Becton Dickinson).

Statistical analyses

Data were evaluated statistically using an unpaired 
two-tailed Student’s t-test or an ANOVA together with 
Bartlett’s test. A P-value < 0.05 was considered to indicate 
significance.

ACKNOWLEDGEMENTS

The authors are grateful to Ms. Tamami Moritani 
for her technical assistance. This study was supported in 
part by grants from the Ministry of Education, Science, 
Sport, Culture, and Technology of Japan (no. 24501331 to  
M. Harada, and no. 25430150 to N. Harashima) and from 
the Shimane University “SUIGANN” Project.

Competing interests

The authors declare no competing interests.

REFERENCES

1. Gleave ME, Bruchovsky N, Moore MJ, Venuer P. Prostate 
cancer: 9. Treatment of advanced disease. Can Med Assoc J.  
1999; 160:225–232.

2. Tso CL, McBride WH, Sun J, Patel B, Tsui KH, Paik SH, 
Gitlitz B, Caliliw R, van Ophoven A, Wu L, deKernion J,  
Belldegrun A. Androgen deprivation induces selective 
outgrowth of aggressive hormone-refractory prostate cancer 
clones expressing distinct cellular and molecular properties 
not present in parental androgen-dependent cancer cells. 
Cancer J. 2000; 6:220–233.

3. Yoshino T, Shiina H, Urakami S, Kikuno N, Yoneda T, 
Shigeno K, Igawa M. Bcl-2 expression as a predictive 
marker of hormone-refractory prostate cancer treated 
with taxane-based chemotherapy. Clin Cancer Res. 2006; 
12:6116–6124.

4. Tannlck IF, de Wit R, Berry WR, Horti J, Pluzanska A, 
Chi KN, Oudard S, Theodonre C, James ND, Turesson I, 
Rosenthal MA, Eisenberger MA. Docetaxel plus  



Oncotarget11411www.impactjournals.com/oncotarget

prednisone or mitoxantrone plus prednisone for advanced 
prostate cancer. N Engl J Med. 2004; 351:1502–1512.

5. Petrylak DP, Tangen CM, Hussain MH, Lara PN  Jr, 
Jones JA, Taplin ME, Burch PA, Berry D, Moinpour C, 
Hohli M, Benson MC, Small EJ, Raghavan D, 
Crawford ED. Docetaxel and estramustine compared with 
mitoxantrone and predonison for advanced refractory 
prostate cancer. N Engl J Med. 2004; 351:1513–1520.

6. Konopleva M, Zhao S, Xie Z, Segall H, Younes A, 
Claxton DF, Estrov Z, Kornblau SM, Andreeff M. 
Apoptosis. Molecules and mechanisms. Adv Exp Med Biol. 
1999; 457:217–236.

7. Fiandalo MV, Kyprianou N. Caspase control: protagonists 
of cancer cell apoptosis. Exp Oncol. 2012; 34:165–175.

8. Blagosklonny MV, Giannakakou P, El-Dery WS, 
Kingston DGI, Higgs PI, Neckers L, Fojo T. Raf-1/bcl-2 
phosphorylation: a step from microtubule damage to cell 
death. Cancer Res. 1997; 57:130–135.

9. Blagosklonny MV, Schulte T, Nguyen P, Trepel J,  
Neckers LM. Taxol-induced apoptosis and 
phosphorylation of Bcl-2 protein involves c-Raf-1 and 
represents a novel c-Raf-1 signal transduction pathway. 
Cancer Res. 1996; 56:1851–1854.

10. Luwig K, Parsons SJ. The tumor suppressor, p190RhoGAP, 
differentially initiates apoptosis and confers docetaxel 
sensitivity to breast cancer cells. Genes & Cancer. 2011; 
2:20–30.

11. Jäättelä M. Escaping cell death: survival proteins in cancer. 
Exp Cell Res. 1999; 248:30–43.

12. Yip KW, Reed JC. Bcl-2 family proteins and cancer. 
 Oncogene. 2008; 27:6398–6406.

13. Chittenden T, Flemington C, Houghton AB, Ebb RG, 
Gallo GJ, Elangovan B, Chinnadurai G, Lutz RJ.  
A conserved domain in Bak, distinct from BH1 and BH2,  
mediates cell death and protein binding functions. EMBO J.  
1995; 14:5589–5596.

14. Diaz JL, Oltersdorf T, Horne W, McConnell M, Wilson G,  
Weeks S, Garcia T, Fritz LC. A common binding site  
mediates heterodimerization and homodimerization of Bcl-2  
family members. J Biol Chem. 1997; 272:11350–11255.

15. Willis SN, Fletcher JI, Kaufmann T, van Delft MF, Chen L,  
Czabotar PE, Ierino H, Lee EF, Fairlie WD, Bouillet P, 
Strasser A, Kluck RM, Adams JM, Huang DC. Apoptosis 
initiated when BH3 ligands engae multiple Bcl-2 homologs, 
not Bax or Bak. Science. 2007; 315:856–859.

16. Letai A, Bassik MC, Walensky LD, Sorcinelli MD,  
Weiler S, Krosmeyer SJ. Distinct BH3 domains either 
sensitize or activate mitochondrial apoptosis, serving as 
prototype cancer therapeutics. Cancer Cell. 2002; 2:183–192.

17. Karmak D, Xu L. Chemosensitization of prostate cancer 
by modulating Bcl-2 gamily proteins. Curr Drug Targets. 
2010; 11:699–707.

18. Yang J, Liu X, Bhalla K, Kim CN, Ibrado AM, Cai J,  
Peng TI, Jones DP, Wang X. Prevention of apoptosis by 

Bcl-2: release of cytochrome c from mitochondria blocked.  
Science. 1997; 275:1129–1132.

19. Amundson SA, Myers TG, Scudiero D, Kitada S, Reed JC, 
Fornace AJ Jr. An informatics approach identifying markers 
of chemosensitivity in human cancer cell lines. Cancer Res. 
2000; 60:6101–6110.

20. Oltersdorf T, Elmore SW, Shoemaker AR, Armstrong RC,  
Augeri DJ, Belli BA, Bruncko M, Deckwerth TL,  
Dinges J, Hajduk PJ, Joseph MK, Kitada S, Korsmeyer SJ,  
Kunzer AR, Letai A, Li C, et al. An inhibitor of Bcl-2 
family proteins induces regression of solid tumours. Nature.  
2005; 435:677–681.

21. Tse C, Shoemaker AR, Adickes J, Anderson MG, Chen J,  
Jin S, Johnson EF, Marsh KC, Mitten MJ, Nimmer P,  
Roberts L, Tahir SK, Xiao Y, Yang X, Zhang H, Fesik S,  
et al. ABT-263: a potent and orally bioavailable Bcl-2 family 
inhibitor. Cancer Res. 2008; 68:3421–3428.

22. Shoemaker AR, Mitten MJ, Adickes J, Ackler S,  
Refici M, Ferguson D, Oleksijew A, O’Connor JM, Wang B,  
Frost DJ, Bauch J, Marsh K, Tahir SK, Yang X, Tse C, 
Fesik SW, et al. Activity of the Bcl-2 family inhibitor  
ABT-263 in a panel of small cell lung cancer xenograft 
models. Clin Cancer Res. 2008; 14:3268–3277.

23. Souers AJ, Leverson JD, Boghaert ER, Ackler SL,  
Catron ND, Chen J, Dayton BD, Ding H, Enschede SH, 
Fairbrother WJ, Huang DC, Hymowitz SG, Jin S,  
Khaw SL, Kovar PJ, Lam LT, et al. ABT-199, a potent and  
selective BCL-2 inhibitor, achieves antitumor activity while 
sparing platelets. Nat Med. 2013; 19:202–208.

24. Parrondo R, de las Poza A, Reiner T, Perez-Stable C. 
ABT-737, a small molecule Bcl2/Bcl-xL antagonists,  
increases antimitotic-mediated apoptosis in human 
prostate cancer cells. PeerJ. 2013; 1:e144.

25. Wong M, Tan N, Zha J, Peale FV, Yue P, Fairbrother WJ,  
Belmont LD. Navitoclax (ABT-263) reduced Bcl-xL-
mediated chemoresistance in ovarian models. Cancer Res. 
2012; 11:1026–1035.

26. Tan N, Malek M, Zha J, Yue P, Kassees R, Berry L, 
Faibrother WJ, Sampath D, Belmont LD. Navitoclax  
enhances the efficacy of taxanes in non-small cell lung 
cancer models. Cancer Res. 2011; 17:1394–404.

27. Chen J, Jin S, Abraham V, Huang X, Liu B, Mitten MJ, 
Nimmer P, Lin X, Smith M, Shen Y, Shoemaker AR,  
Tahir SK, Zhang H, Ackler SL, Rosenberg SH, Maecker H, 
et al. The Bcl-2/Bcl-X(L)/Bcl-w inhibitor, navitoclax, 
enhances the activity of chemotherapeutic agents in vitro 
and in vivo. Mol Cancer Ther. 2011; 10:2340–2349.

28. Vaillant F, Merino D, Lee L, Breslin K, Pal B, Ritchie ME, 
Smyth GK, Christie M, Phillipson LJ, Burns CJ, Mann GB, 
Visvader JE, Lindeman GJ. Targeting BCL-2 with the BH3 
mimetic ABT-199 in estrogen receptor-positive breast 
cancer. Cancer Cell. 2013; 24:120–129.

29. Wilson WH, O’Connor OA, Czuczman MS, LaCasce AS, 
Gerecitano JF, Leonard JP, Tulpule A, Dunleavy K, Xiong H,  



Oncotarget11412www.impactjournals.com/oncotarget

Chiu YL, Cui Y, Busman T, Elmore SW, Rosenberg SH, 
Krivoshik AP, Enschede SH, et al. Navitoclax, a targeted 
high-affinity inhibitor of BCL-2, in lymphoid malignancies: 
a phase 1 dose-escalation study of safety, pharmacokinetics, 
pharmacodynamics, and antitumour activity. Lancet Oncol. 
2010; 11:1149–1159.

30. Gandhi L, Camidge DR, Ribeiro de Oliveira M, Bonomi P, 
Gandara D, Khaira D, Hann CL, McKeegan EM, Litvinovich E,  
Hemken PM, Dive C, Enschede SH, Nolan C, Chiu YL, 
Busman T, et al. Phase I study of Navitoclax (ABT-263), a 
novel Bcl-2 family inhibitor, in patients with small-cell lung 
cancer and other solid tumors. J Clin Oncol. 2011; 29:909–916.

31. Safa AR, Day TW, Wu CH. Cellular FLICE-like inhibitory 
protein (c-FLIP): a novel target for cancer therapy. Current 
Cancer Drug Targets. 2008; 8:37–46.

32. Kim JY, Chung JY, Lee SG, Kim YJ, Park JE, Yoo KS, 
Yoo YH, Park YH, Kim BG, Kim JM. Nuclear interaction 
of Smac/DIABLO with surviving at G2/M arrest prompts 
docetaxel-induced apoptosis in DU145 prostate cancer 
cells. BBRC. 2006; 350:949–954.

33. Hasenjager A, Gillissen B, Muller A, Normand G, Hemmati PG,  
Schuler M, Dorken B, Daniel PT. Smac induces cytochrome c  
release and apoptosis independently from Bax/Bcl-xL in a 
strictly caspase-dependent manner in human carcinoma cells. 
Oncogene. 2004; 23:4523–4535.

34. Bertram J, Peacock JW, Tan C, Mui ALF, Chung SW, 
Gleave ME, Dedhar S, Cox ME, Ong CJ. Inhibition of the 
phosphatidylinositol 3’-kinase pathway promotes autocrine 
Fas-induced death of phosphatase and tessin homologue-
defificient prostate cancer cells. Cancer Res. 2006; 
66:4781–4788.

35. Liu QY, Rubin MA, Omene C, Lederman S, Stein CA. Fas 
ligand is constitutively secreted by prostate cancer cells 
in vitro. Cancer Res. 1998; 4:1803–1811.

36. Guo Y, Srinivasula SM, Druilhe A, Fernandes-Alnemri ES.  
Caspase-2 induces apoptosis by releaseing proapoptotic 
proteins from mitochondria. J Biol Chem. 2002; 
277:13430–13437.

37. Bouchier-Hayes L, Green DR. Caspase-2: the orphan 
caspase. Cell Death Differ. 2102; 19:51–57.

38. Kim BM, Hong SH. Sequential caspase-2 and caspase-8 
activation is essential for saikosaponin a-induced apoptosis 
of human colon carcinoma cell lines. Apoptosis. 2011; 
16:184–197.

39. Tang DG, Li L, Chopra DP, Porter AT. Extended 
survivability of prostate cancer cells in the absence 
of trophic factor: increased proliferation, evasion of 
apoptosis, and the role of apoptosis proteins. Cancer Res. 
1998; 58:3466–3479.


