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ABSTRACT
Cancer cells with self-renewal and tumor-initiating capacity, either quiescent 

(cancer stem cells, CSCs) or proliferating (cancer stem-like cells, CSLCs), are now 
deemed responsible for the pervasive therapy resistance of pancreatic cancer, one 
of the deadliest human cancers characterized by high prevalence of K-Ras mutation. 
However, to date, much remains unknown how pancreatic CSCs/CSLCs are regulated. 
Here we show that the K-Ras – JNK axis plays a pivotal role in the maintenance of 
pancreatic CSCs/CSLCs. In vitro inhibition of JNK, either pharmacological or genetic, 
caused loss of the self-renewal and tumor-initiating capacity of pancreatic CSLCs. 
Importantly, JNK inhibition in vivo via systemic JNK inhibitor administration, which 
had no discernible effect on the general health status of mice, efficiently depleted 
the CSC/CSLC population within pre-established pancreatic tumor xenografts. 
Furthermore, knockdown of K-Ras in pancreatic CSLCs with K-Ras mutation led to 
downregulation of the JNK pathway as well as in loss of self-renewal and tumor-
initiating capacity. Together, our findings suggest that pancreatic CSCs/CSLCs are 
dependent on K-Ras activation of JNK and also suggest that the K-Ras – JNK axis 
could be a potential target in CSC/CSLC-directed therapies against pancreatic cancer.

INTRODUCTION

Pancreatic cancer is one of the leading causes of 
cancer-related mortality world-wide [1, 2] and is also 
among the deadliest of all human cancers, with a median 
survival less than 1 year and no more than one tenth 
of the patients surviving 5 years [1, 2]. The pervasive 
resistance of pancreatic cancer against conventional 
chemoradiotherapy, in combination with the difficulty of 
early detection, is considered to be the major contributing 
factor to the highly dismal prognosis of this devastating 
disease [3-5]. Although tremendous efforts have therefore 
been made for the past decades to overcome the therapy 
resistance of pancreatic cancer, strikingly, the mortality 

from pancreatic cancer is still on the rise in sharp contrast 
to the all cancer mortality, which has been declining 
steadily since the early 1990s [2]. Obviously, there is a 
dire need for novel and innovative approaches based 
on ground-breaking ideas to tackle this intractable 
malignancy.

Since the identification of cancer stem cells (CSCs) 
or cancer stem-like cells (CSLCs) in pancreatic cancer [6, 
7], pancreatic CSCs/CSLCs have emerged as a possible, 
attractive explanation for the highly incorrigible therapy 
resistance of pancreatic cancer [8-12]. CSCs and CSLCs, 
which are distinguished according to whether they are 
quiescent or proliferating [13, 14], are subpopulations of 
tumor cells characterized by unlimited self-renewal and 
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tumor-initiating capacity, and are often associated with 
high therapy resistance [13-16]. Not surprisingly, the 
molecular mechanism contributing to the maintenance 
of pancreatic CSCs/CSLSc have been an intense focus 
of recent research, with an enthusiastic expectation that 
elucidation of the mechanism would lead to development 
of effective measures to target pancreatic CSCs/
CSLCs and by so doing to substantial improvement in 
the prognosis of pancreatic cancer. So far, a number of 
molecules and signaling pathways have been identified 
and implicated in the mechanism [8-12], however, much 
still remains to be learned as to how we can efficiently 
eliminate CSCs/CSLCs from tumors of pancreatic cancer, 
and that, in therapeutically feasible and significant 
manners.

The c-Jun NH2-terminal kinases (JNKs), a subgroup 
of mitogen-activated protein kinases, are often deregulated 
in a variety of human cancers including pancreatic cancer, 
although the role and significance of JNK deregulation in 
such human cancers have not been fully delineated [17-
21]. Recently, we and others have shown in vitro that 
JNK is required for the maintenance of the self-renewal 
and tumor-initiating capacity of human glioblastoma 
CSLCs, giving rise to the novel possibility that the 
maintenance of cancer stem (-like)/initiating cells may be 
one of the critical roles of JNK in human cancers [22-24]. 
Most importantly, we have further demonstrated using 
preclinical animal models that systemic JNK inhibitor 
administration to tumor-bearing mice eliminates the CSC/
CSLC population within the tumors effectively and safely, 
suggesting that JNK not only plays an essential role in 
the maintenance of glioblastoma CSCs/CSLCs in vivo 
but also could serve as a practical therapeutic target for 
cancers whose stem (-like) cells are dependent on JNK 
[22, 24]. However, to date, the role of JNK in the CSCs/
CSLCs of human cancers other than glioblastoma remains 
unexplored.

Here in this study, we discovered that the JNK-
dependent mechanism of CSC/CSLC maintenance is 
operative in human pancreatic cancer and demonstrated 
that the mechanism can be targeted safely and effectively 
in vivo. Furthermore, we also provide evidence that K-Ras 
contributes to the maintenance of pancreatic CSCs/CSLCs 
through JNK activation.

RESULTS

JNK activity is essential for the maintenance of 
the self-renewal and tumor-initiating capacity of 
pancreatic CSLCs in vitro

To explore the mechanism underlying the 
maintenance of pancreatic CSLCs, we first isolated 
sphere-forming cells from PANC-1 xenograft tumors, 

which are reportedly enriched for pancreatic cancer 
cells with self-renewal and tumor-initiating capacity 
[25-28]. Consistent with the earlier reports, the sphere-
forming cells from PANC-1 xenografts (hereafter termed 
PANC-1 CSLCs) were enriched for cells with surface 
expression of CD133, a known marker for CSCs/CSLCs 
of a variety of human cancers including pancreatic cancer 
(Supplementary Figure S1A) [29, 30] and expressed 
higher levels of pluripotency markers such as Sox2 and 
Nanog (Supplementary Figure S1B, C), as compared 
with their differentiated counterparts. Sphere formation 
and xenograft assays also demonstrated PANC-1 CSLCs 
have self-renewing and tumor-initiating capacity that 
are lost upon differentiation (Supplementary Figure 
S1D, E). Using PANC-1 CSLCs as a model, we then 
set out to search for molecules or pathways that are 
differentially expressed and/or activated in self-renewing 
and differentiated PANC-1 CSLCs. Intriguingly, just as 
we observed with CSLCs of glioblastoma [22], we noted 
during the course of our experiments that the activity 
of the JNK pathway, as represented by the expression 
of phosphorylated JNK and c-Jun, was higher in self-
renewing cells than in their differentiated counterparts 
(Supplementary Figure S1C). We therefore wished 
to determine whether JNK has a role in the control 
of PANC-1 CSLCs similarly to glioblastoma CSLCs. 
Treatment of PANC-1 CSLCs with a pharmacological 
inhibitor SP600125 at 30 µM, which effectively inhibited 
the JNK activity of PANC-1 CSLCs (Figure 1C) without 
significantly compromising their viability (Supplementary 
Figure S2), reduced the proportion of CD133-positive 
cells as well as the expression levels of Sox2 and Nanog 
(Figure 1A - C). To determine whether the observed 
changes in the stem cell marker expression reflected loss 
of their self-renewal capacity, PANC-1 CSLCs pretreated 
with SP600125 were tested for their ability to form spheres 
in the absence of SP600125. The results indicated PANC-1 
CSLCs had substantially lost their sphere-forming ability 
after the transient SP600125 pretreatment (Figure 1D), 
suggesting that JNK is required for the maintenance of 
the self-renewal capacity of PANC-1 CSLCs. To ascertain 
that the effect of SP600125 on PANC-1 CSLCs was 
via inhibition of JNK, we next examined the effect of 
JNK knockdown on their stem cell marker expression 
and sphere-forming ability. To this end, we transiently 
transfected into PANC-1 CSLCs combinations of siRNAs 
directed against JNK1 and JNK2, which decreased the 
expression of JNK1 and JNK2 (Figure 2B). Under this 
JNK knockdown condition, the proportion of CD133-
positive cells, the expression of Sox2 and Nanog, and 
the sphere-forming ability were significantly decreased 
in JNK knockdown cells as compared to the control cells 
(Figure 2A - C). Thus, the results of the JNK inhibition 
experiments, both pharmacological and genetic, 
consistently suggested that JNK plays a critical role in 
the maintenance of the self-renewal capacity of PANC-
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1 CSLCs. We then wished to ask if this role of JNK in 
CSLC maintenance is shared among pancreatic CSLCs. 
To this end, we isolated sphere-forming tumor cells from 
PSN-1 pancreatic cancer xenografts (PSN-1 CSLCs) 
(Supplementary Figure S3) and investigated the role of 
JNK in PSN-1 CSLCs. The results indicated that both 
pharmacological and genetic JNK inhibition caused 
significant loss of the stem cell marker expression and 
sphere-forming ability of PSN-1 CSLCs (Supplementary 
Figures S4 and S5), essentially similarly to PANC-1 
CSLCs. Together, the data demonstrate that JNK plays 
an essential role in the maintenance of the self-renewal 
capacity of in vitro cultured pancreatic CSLCs.

Along with the self-renewal capacity, the tumor-
initiating capacity is one of the key properties of CSCs/
CSLCs that distinguish themselves from non-stem cancer 
cells. We therefore determined next whether JNK is also 
required for the maintenance of the tumor-initiating 
capacity of pancreatic CSLCs. When different numbers of 
PANC-1 CSLCs with or without SP600125 pretreatment 
were implanted into nude mice, we found that 2 x 
105 control PANC-1 CSLCs were sufficient to initiate 
subcutaneous tumors whereas no tumors were initiated 
by implantation of as many as 5 x 105 PANC-1 CSLCs 

pretreated with SP600125 (Figure 1E). Essentially similar 
results were obtained from knockdown experiments, 
where JNK knockdown cells showed significantly 
compromised tumor-initiating capacity in the xenograft 
analysis as compared to the control knockdown cells 
(Figure 2D). Thus, the data suggest that JNK is required 
for the maintenance of the tumor-initiating capacity of in 
vitro cultured pancreatic CSLCs.

JNK activity is required for the maintenance of 
the pancreatic CSC/CSLC population within a 
tumor but not for bulk tumor growth in vivo

Our in vitro analyses conducted thus far indicated 
that JNK activity is required for the maintenance of 
pancreatic CSLCs, at least in a defined, artificial cell 
culture condition. To determine whether such in vitro 
findings are relevant to CSCs/CSLCs in a more natural, 
pathophysiological condition, we examined by the serial 
transplantation assay the impact of JNK inhibition in vivo 
on CSCs/CSLCs residing in pre-established tumors. Mice 
harboring subcutaneous tumors formed by implantation of 
PANC-1 CSLCs (primary tumors) were transiently treated 

Figure 1: Pharmacological inhibition of JNK by SP600125 causes loss of the self-renewal and tumor-initiating capacity 
in PANC-1 CSLCs. (A) PANC-1 CSLCs cultured in the absence (Control) or presence of 30 μM SP600125 for 6 days were subjected 
to flow cytometric analysis for the cell surface expression of CD133. Representative flow cytometric plots together with the percentages of 
CD133-positive cells are shown. (B and C) PANC-1 CSLCs cultured as in (A) were subjected to RT-PCR (B) and immunoblot (C) analyses 
of the indicated mRNAs or proteins. (D) PANC-1 CSLCs cultured as in (A) were subjected, after washout of the inhibitor, to the sphere 
formation assay in the absence of SP600125. The graph shows the percentage of wells in which a tumorsphere has been formed from a 
single cell, and the data represent means + SD from 3 independent experiments. (E) Mice (3 for each group) were implanted subcutaneously 
with the indicated numbers of viable PANC-1 CSLCs that had been treated with or without SP600125 as in (A). Tumor volumes were 
measured at the indicated time points after implantation, and the results are presented in the graph as the means + SD.
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with or without systemic administration of SP600125 
(60 mg/kg/day) for 10 consecutive days, after which the 
subcutaneous tumors were excised and dissociated tumor 
cells were transplanted subcutaneously into new mice after 
serial dilution (2 x 106, 1 x 106, 0.5 x 106). When the mice 
were then monitored for the development and growth of 
secondary tumors, all mice transplanted with cells from 
the control-treated tumors developed secondary tumors 
that grew steadily to become larger than 2,000 mm3 
(Figure 3A). Meanwhile, most of the mice transplanted 
with cells from the SP600125-treated tumors did develop 
tumors, at least initially. However, quite strikingly, the 
secondary tumors derived from the SP600125-treated 
primary tumors started to regress spontaneously ~ 4 
weeks after transplantation (Figure 3A), suggesting that 
JNK inhibition in vivo limited, albeit did not abolish 
immediately, the self-renewal capacity of pancreatic 
CSCs/CSLCs to such a degree that they could no longer 
perpetuate tumor growth. In support of this idea, when 
some of the regressing tumors were subjected to flow 
cytometric analysis for CD133 expression, we found that 

the regressing secondary tumors contained significantly 
fewer, though not negligible, CD133-positive cells than 
the steadily growing secondary tumors (i.e., derived from 
the control-treated primary tumors) (Supplementary Figure 
S6). Extended observation of the remaining secondary 
tumors derived from the SP600125-treated primary tumors 
confirmed that all regressing tumors eventually became 
invisible and impalpable, i.e., regressed completely. 
Curious enough, the growth curve for one secondary tumor 
showed a tri-phasic pattern (= three rounds of growth 
coupled with regression), illuminating the possibility that 
the primary tumor had contained “delayed contributing” 
tumor-initiating cells [31] whose self-renewing capacity 
was limited by SP600125 treatment (Figure 3A, B). 
Notably, in contrast to the marked inhibitory effect of in 
vivo JNK inhibition on the CSC/CSLC population within 
the tumors, the exactly identical SP600125 treatment 
protocol failed to have the slightest inhibitory effect on 
bulk tumor growth during the 10-day treatment period 
(Figure 3C). Collectively, our results suggest that, in 
vivo, JNK activity may be specifically required for the 

Figure 2: Genetic silencing of JNK by siRNA causes loss of the self-renewal and tumor-initiating capacity in PANC-1 
CSLCs. (A) PANC-1 CSLCs were transiently transfected with 2 combinations (#1 and #2) of siRNAs against JNK1 and JNK2 (siJNK1/2) 
or with a control siRNA (siControl), as detailed in Materials and methods. After 8 days, the transfected cells were subjected to flow 
cytometric analysis for the cell surface expression of CD133. Representative flow cytometric plots together with the percentages of CD133-
positive cells are shown. (B) PANC-1 CSLCs treated as in (A) were subjected to immunoblot analysis for the expression of the indicated 
proteins. (C) PANC-1 CSLCs treated as in (A) were subjected to the sphere formation assay. The graph shows the percentage of wells in 
which a tumorsphere has been formed from a single cell, and the data represent means + SD from 3 independent experiments. (D) Mice 
(3 for each group) were implanted subcutaneously with the indicated numbers of viable PANC-1 CSLCs that had been treated as in (A). 
Tumor volumes were measured at the indicated time points after implantation, and the results are presented in the graph as the means + SD.
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maintenance of CSCs/CSLCs but not for the proliferation 
and survival of non- CSCs/CSLCs and that JNK inhibition 
may set a limit to the otherwise limitless self-renewal 
capacity of pancreatic CSCs/CSLCs.

K-Ras knockdown results in downregulation of 
JNK signaling and phenocopies the effect of JNK 
inhibition on pancreatic CSLCs

Having demonstrated the critical role of JNK in 
the maintenance of pancreatic CSCs/CSLCs in vitro and 

in vivo, we next turned our attention to the mechanism 
by which the JNK activity of pancreatic CSCs/CSLCs 
is maintained. Since JNK was originally identified as a 
kinase activated by Ras [32, 33], and given that K-Ras 
is mutationally activated in more than 90% of pancreatic 
ductal adenocarcinoma [34, 35], we first sought to 
determine whether K-Ras has a role in the control of 
JNK signaling in pancreatic CSCs/CSLCs. To do this, we 
knocked down using two different siRNAs the expression 
of K-Ras in PANC-1 CSLCs, which were derived from 
PANC-1 cells having a mutated (G12D) K-Ras allele 

Figure 3: Transient JNK inhibition in vivo depletes pancreatic CSCs/CSLCs within tumors without having an immediate 
inhibitory effect on bulk tumor growth. Mice implanted subcutaneously with PANC-1 CSLCs (1x106 viable cells) were randomized 
into 2 treatment groups (8 mice per group) at 4 weeks after implantation when the average tumor volume reached ~ 400 mm3, and received a 
daily intraperitoneal injection of the control vehicle or SP600125 (60 mg/kg/day) for 10 consecutive days. On the next day of the final drug 
treatment, the subcutaneous tumors (primary tumors) were excised and dissociated, and serial dilutions of the dissociated tumor cells were 
transplanted subcutaneously into new mice. (A) The volumes of the secondary tumors (n = 3 for each group) formed by transplantation of 
the indicated numbers (Left: 2 x 106, Middle: 1 x 106, Right: 0.5 x 106) of viable cells from the primary tumors treated without (Control) 
or with SP600125 are presented as the means + SD in the graphs. The inset in the graph for 1x106-cell transplantation demonstrates the 
presence of subcutaneous tumors at the end of the observation period, when the mice with actively regressing subcutaneous masses formed 
by transplantation of SP600125-treated tumor cells were sacrificed for confirmation of tumor presence. (B) The volumes (in mm3) of the 
secondary tumors formed by transplantation of 0.5 x 106 cells from SP600125-treated primary tumors (n = 3) are also shown in the table 
separately from the graph in (A). (C) The volume of the primary tumors treated without (Control) or with SP600125 was assessed at the 
indicated time points and is presented in the graph as the mean + SD.
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[36]. The results of knockdown experiments indicated 
that both siRNAs directed against K-Ras caused reduced 
phosphorylation of JNK as well as that of c-Jun (Figure 
4A), suggesting that K-Ras expression is required for 
the maintenance of JNK signaling in PANC-1 CSLCs. 
Given that K-Ras is required for the JNK activity which 
we have just demonstrated to play an essential role in the 
maintenance of pancreatic CSLCs, we next went on to 
ask if K-Ras also has a role in the maintenance of PANC-
1 CSLCs. The results of the stem cell marker analyses 
indicated that K-Ras knockdown reduced the proportion 
of CD133-positive cells, as well as the expression of Sox2 
and Nanog in PANC-1 CSLCs (Figure 4B, C). K-Ras 

knockdown also inhibited the sphere-forming ability of 
PANC-1 CSLCs (Figure 4D), in good agreement with the 
results of the stem cell marker analyses. Together, these 
data suggested that K-Ras activation of JNK plays a key 
role in the maintenance of the self-renewal capacity of 
PANC-1 CSLCs. We next determined whether this role 
of the K-Ras – JNK axis is unique to PANC-1 CSLCs 
or is commonly shared by other pancreatic CSLCs by 
examining PSN-1 cells, which are also reported to harbor 
a mutation (G12R) in the K-Ras gene [37]. The results 
of the K-Ras knockdown experiments using PSN-1 
CSLCs were essentially similar to those obtained from 
PANC-1 CSLCs (Supplementary Figure S7), in favor of 

Figure 4: K-Ras is required for the maintenance of the JNK pathway activity as well as for the maintenance of the 
self-renewal and tumor-initiating capacity of PANC-1 CSLCs. (A) PANC-1 CSLCs transiently transfected with siRNAs against 
K-Ras (siK-Ras) or with a control siRNA (siControl) were subjected to immunoblot analysis of the indicated proteins at 4 days after 
transfection, to monitor K-Ras expression as well as the activation status of the JNK pathway. (B) PANC-1 CSLCs transiently transfected 
with siRNAs against K-Ras (siK-Ras) or with a control siRNA (siControl) for 8 days were subjected to flow cytometric analysis to examine 
the cell surface expression of CD133. Representative flow cytometric plots together with the percentages of CD133-positive cells are 
shown. (C) PANC-1 CSLCs treated as in (B) were subjected to immunoblot analysis for the expression of K-Ras and the indicated stem 
cell markers. (D) PANC-1 CSLCs treated as in (B) were subjected to the sphere formation assay. The graph shows the percentage of wells 
in which a tumorsphere has been formed from a single cell, and the data represent means + SD from 3 independent experiments. (E) Mice 
(3 for each group) were implanted subcutaneously with the indicated numbers of viable PANC-1 CSLCs that had been treated as in (B). 
Tumor volumes were measured at the indicated time points after implantation, and the results are presented in the graph as the means + SD.
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the idea that the K-Ras – JNK axis may have a common 
role in the maintenance of the self-renewal capacity of 
pancreatic CSLCs. Finally, to confirm that K-Ras also 
contributes to the maintenance of the tumor-initiating 
capacity of pancreatic CSCs/CSLCs, we tested the 
tumor-initiating capacity of K-Ras knockdown cells in 
the xenograft analysis. Whereas implantation of 2 x 105 
cells was sufficient for control knockdown cells to initiate 
steadily growing tumors, K-Ras knockdown PANC-1 
CSLCs failed to initiate tumor formation throughout the 
extended observation period even when as many as 5 x 105 
cells were implanted (Figure 4E). Combined, these data 
suggest that K-Ras activation of JNK has a critical role in 
the maintenance of the self-renewal and tumor-initiating 
capacity of pancreatic CSCs/CSLCs.

DISCUSSION

Pancreatic cancer is one of the most intractable of 
all human cancers with high therapeutic resistance, and 
currently, pancreatic CSCs/CSLCs are drawing increasing 
and considerable attention as a possible culprit for the 
therapeutic resistance of pancreatic cancer [8-12]. So 
far, with an intention to identify novel therapeutic targets 
to overcome the therapy resistance, efforts have been 
made to dissect the molecular pathways involved in the 
control of pancreatic CSCs/CSLCs, which has led to the 
identification of a number of pathways implicated in their 
control. For instance, the Hedgehog [38-40], Notch [41], 
and Nodal/Activin [26] pathways have been identified 
as having a role in the maintenance of pancreatic CSCs/
CSLCs, for which pharmacological agents modulating 
their activities are already available for use and have 
shown therapeutic effects in preclinical models of 
pancreatic cancer. While such pharmacological agents are 
thus expected to make attractive candidates to be tested in 
the clinical settings in future, apparently, information on 
targetable pathways/molecules for the control of pancreatic 
CSCs/CSLCs is still absolutely limited. In this study, 
therefore, we attempted to expand our knowledge on the 
molecular mechanisms by which pancreatic CSCs/CSLCs 
are maintained. Our findings indicated that inhibition of 
JNK in pancreatic CSLCs resulted in decreased stem cell 
marker expression and sphere-forming ability, as well as 
in loss of their tumor-initiating capacity, thus identifying 
JNK as a hitherto unrecognized, novel key player in the 
control of pancreatic CSCs/CSLCs.

As one of the most important findings of this 
study, we have demonstrated by the serial transplantation 
assay that systemically-administered JNK inhibitor 
quite efficiently deprives CSCs/CSLCs of their capacity 
to sustain tumor growth in vivo. Given that the serial 
transplantation assay, coupled with serial dilution of the 
cells to be transplanted, is currently the most reliable, 
albeit not flawless, method to evaluate the incidence of 
CSCs/CSLCs [15, 42], our results make out a strong case 

for the idea that JNK is essential for the maintenance 
of pancreatic CSCs/CSLCs in vivo. Furthermore, we 
confirmed that the protocol of JNK inhibitor treatment we 
adopted for the serial transplantation assay of this study 
(60 mg/kg/day for 10 consecutive days) was well tolerated 
by nude mice and did not affect their general health 
status for at least 2 months (Supplementary Figure S8). 
Combined, these findings suggest that JNK is a promising 
target molecule to eliminate pancreatic CSCs/CSLCs in 
vivo.

Significantly, transplantation of tumor cells from 
SP600125-treated primary tumors once led to formation 
of secondary tumors in most of the recipient mice, all of 
which eventually regressed spontaneously. This unique 
observation provides unequivocal, important evidence 
that JNK inhibition in vivo did not critically interfere with 
the process of tumor cell “engraftment” per se, which is 
an artificial process that inevitably accompanies and is 
inherent in xenograft analyses. Instead, the observation 
could more plausibly be explained by the idea that JNK 
inhibition in vivo turned long-term tumor-initiating cells 
(bona fide CSCs/CSLCs) into tumor transient amplifying 
cells which are assumed to have limited or no self-renewal 
capacity and contribute to tumor formation only in primary 
mice [31]. We speculate that ultimate depletion of CSCs/
CSLCs took place at some time point in the course of the 
secondary tumor formation, which led to cessation of cell 
supply and tipped the balance of the tumor tissue kinetics 
in favor of regression, i.e., more cell loss than cell gain. 
In one recipient mouse, we observed 3 rounds of tumor 
formation and regression, the latest of which occurred 
around 4 – 5 months after transplantation. This finding 
may lend support to the idea that there existed delayed 
contributing tumor-initiating cells (which are also bona 
fide CSCs/CSLCs) in the primary tumors, the self-renewal 
capacity of which was limited (turned into tumor transient 
amplifying cells) by JNK inhibition. Importantly, for as 
long as 6 months, no sustained tumor growth has taken 
place in any of the mice transplanted with tumor cells 
from SP600125-treated primary tumors (Figure 3A and B), 
which implies that the short-term, transient JNK inhibition 
was sufficient to deprive CSCs/CSLCs of their tumor-
initiating capacity and at the same time prevent them from 
recovering it in vivo at least during the observation period. 
Although it is practically impossible to test whether or 
not the effect of JNK inhibition is actually “irreversible” 
using xenograft models involving an experimental animal 
with relatively short life span, our results suggest that JNK 
inhibition may be a promising approach to achieve long-
term control over pancreatic CSCs/CSLCs.

Notably, the exactly identical treatment protocol that 
so effectively eliminated CSCs/CSLCs within the primary 
tumors had virtually no inhibitory effect on the growth of 
the primary tumors during the 10-day treatment period, 
implying that JNK activity is “not immediately required” 
for pancreatic cancer cells to maintain proliferation and 
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survival. A similar pattern was reported in a previous 
study in which the effect of systemic administration 
of a Hedgehog inhibitor was tested against pancreatic 
tumor xenografts [43]. Our results, in conjunction with 
those reported in the study, thus underscore the potential 
difficulty in proper evaluation of the anti-tumor effect 
of CSC/CSLC-specific drugs. Although our treatment 
protocol failed to control the growth of established 
tumors, it does not necessarily imply that JNK inhibition 
is ineffective against bulk pancreatic tumors in vivo in any 
condition, since a recent report clearly demonstrated that 
the growth (assessed by tumor area) and the tumor cell 
proliferation (assessed by proliferating cell nuclear antigen 
positivity) of pancreatic tumors developing in K-RasG12D 
+ Tgfbr2KO mice were significantly inhibited by systemic 
administration of JNK inhibitors [21]. Nevertheless, given 
the at best modest inhibitory effects of JNK inhibition on 
bulk tumor growth shown in the study [21] and in the 
present study, apparently, it is essential that future JNK-
targeting therapies against pancreatic cancers be combined 
with other treatment modalities aimed at the tumor bulk.

We also demonstrated as another key finding 
of this study that K-Ras plays an essential role in the 
maintenance of both the JNK activity in pancreatic 
CSLCs and their self-renewal and tumor-initiating 
capacity. The K-Ras gene is the most frequently mutated 
among known oncogenes and is indeed mutated (and 
activated by mutation) in more than 90% of pancreatic 
cancers [34, 35]. JNK was originally identified as a kinase 
activated by H-Ras [32, 33], but subsequently, it was 
demonstrated that mutated K-Ras activates JNK in vitro 
and in vivo [44, 45]. Intriguingly, the K-RasG12D mutant, 
the most common mutant allele in pancreatic cancers 
[46], has been shown to preferentially activate the JNK 
pathway rather than the ERK pathway [44]. In line with 
these findings, a recent study demonstrated that JNK is 
activated in human pancreatic cancer tissues as well as in 
pancreatic cancer cell lines, pointing to the possibility that 
K-Ras may have a role in JNK activation in pancreatic 
cancers [21]. In addition to such a role of K-Ras mutation 
in JNK activation, the role of mutated K-Ras in tumor 
maintenance has also been documented in lung and 
pancreatic cancer models [47, 48]. In these models, tumor 
regression caused by K-Ras inactivation was accompanied 
by extensive apoptosis of the tumor cells [47, 48], 
suggesting that K-Ras contributes to tumor maintenance 
at least in part through survival of bulk tumor cells. 
Significantly, a previous report demonstrated that, in lung 
and pancreatic cancer cells harboring K-Ras mutation, 
cells with a well-differentiated epithelial phenotype were 
more dependent on K-Ras for their viability than those 
with a less well-differentiated, mesenchymal phenotype 
[49]. Together, these previous findings suggest that 
K-Ras mutation may have a role in JNK activation and 
cellular survival at least in bulk tumor cells of pancreatic 
cancers with mutated K-Ras. However, in contrast to its 

well-defined roles in bulk tumor cells [50], the role of 
Ras mutation in CSCs/CSLCs of K-Ras-mutated tumors 
has remained unknown so far. Here in this study, we 
have delineated the role of K-Ras mutation in CSCs/
CSLCs using pancreatic CSLCs as a model. Although 
exogenous expression of mutationally activated K-Ras 
alleles has been shown in other studies to favor expansion 
of the CSLC population in colon cancer models [51, 52], 
to our knowledge, this is the first study to demonstrate 
the essential role of endogenously expressed K-Ras in 
the maintenance of the self-renewal and tumor-initiating 
capacity of CSCs/CSLCs.

Our demonstration in the present study that K-Ras 
activated JNK in pancreatic CSLCs and that K-Ras as 
well as JNK was similarly required for their maintenance 
suggests that the K-Ras – JNK axis plays a pivotal role 
in the maintenance of the CSC/CSLC population of 
pancreatic cancer. However, our data do not necessarily 
exclude the possibilities that K-Ras and JNK have other 
downstream mediators and upstream activators involved 
in the control of CSCs/CSLCs, respectively. In addition, 
although Rac1 is an attractive candidate molecule linking 
K-Ras and JNK [53], it still remains to be delineated in this 
study how K-Ras activates JNK in CSLCs. Apparently, 
unraveling the molecular interplay involved in the control 
of CSCs/CSLCs by the K-Ras - JNK axis in future studies 
is expected to provide useful information in identifying 
novel molecular targets for CSC/CSLC-directed therapies. 
Of note, beyond pancreatic cancer, an essential role of 
JNK has been documented in K-Ras-induced lung tumor 
development [53], which points to the possibility that 
the role of the K-Ras - JNK axis in the control of CSCs/
CSLCs may not be unique to pancreatic cancer but may 
be shared by other human cancers. In further support of 
this possibility, we have recently demonstrated that JNK 
is essential for the maintenance of the tumor-initiating 
capacity but not for the bulk tumor growth of A549 lung 
adenocarcinoma cells known to harbor an activating 
K-Ras mutation [54-56]. It would therefore be of great 
interest to examine whether the K-Ras – JNK axis has a 
similar, CSC/CSLC-specific role in other human cancers 
with mutated Ras. Such an attempt would have great 
therapeutic impact given the high prevalence of Ras 
mutation in human cancer.

In conclusion, we have presented for the first time 
in this study evidence that the K-Ras - JNK axis plays 
a key role in the maintenance of pancreatic CSCs/
CSLCs. Our findings suggest that K-Ras mutation could 
contribute to tumor development and maintenance at least 
in part through the maintenance of CSCs/CSLCs, thus 
providing a novel and significant insight into the role 
of Ras mutation in tumor cell biology. Furthermore, our 
data demonstrated that JNK could be a viable target in 
CSC/CSLC-directed therapies against pancreatic cancer. 
Combination therapies targeting both the K-Ras - JNK 
axis in CSCs/CSLCs and the bulk tumor component, for 
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instance by conventional chemotherapies, would therefore 
be a rational and promising approach to treat pancreatic 
cancers and hopefully other intractable human cancers 
with Ras mutation.

MATERIALS AND METHODS

Antibodies and reagents

Anti-c-Jun (#9165), anti-phospho-c-Jun (#9261), 
anti-phospho-JNK (#9251), anti-Sox2 (#3579), anti-
Nanog (#4903), anti-E-cadherin (#3195) antibodies 
were purchased from Cell Signaling Technology, Inc. 
(Beverly, MA, USA). Anti-β-actin (A1978) was from 
Sigma (St. Luis, MO, USA). Anti-JNK1 (sc-474), anti-
JNK2 (sc-7345) and anti-K-Ras (sc-30) were from Santa 
Cruz Biotechnology, Inc. (Santa Cruz, CA, USA). Anti-
CD133 (W6B3C1) was from Miltenyi Biotech (Germany). 
SP600125 was purchased from Calbiochem (La Jolla, CA, 
USA) and was dissolved in DMSO to prepare a 50 mM 
stock solution. 

Cell culture

The human pancreas cancer cell line PANC-1 was 
obtained from Cell Resource Center for Biomedical 
Research, Institute of Development, Aging and Cancer, 
Tohoku University. PSN-1 was a kind gift from Dr. 
Teruhiko Yoshida at National Cancer Center Research 
Institute, who originally established the cell line from 
pancreatic adenocarcinoma tissue [37]. These cell lines 
were maintained in DMEM/F12 supplemented with 10% 
fetal bovine serum (FBS) and 100 units/mL penicillin 
and 100 μg/mL streptomycin. To establish PANC-1 
CSLCs, PANC-1 cells were implanted subcutaneously 
into nude mice after being cultured and amplified under 
the monolayer stem cell culture condition [22, 57, 58]. 
After formation of subcutaneous tumors, the tumors 
were excised and cells from the tumors were, after 
dissociation, cultured on non-coated dishes in the stem 
cell culture medium. Cells from spheres formed under 
this culture condition were transferred and amplified 
under the monolayer stem cell culture condition, which 
were then used as PANC-1 CSLCs after characterization 
as shown in Supplementary Figure S1. PSN-1 CSLCs 
were established in a similar manner to PANC-1 CSLCs. 
The authenticity of PANC-1 CSLCs and PSN-1 CSLCs 
as cells derived from PANC-1 and PSN-1, respectively, 
was verified by genotyping of short tandem repeat (STR) 
loci (Bio-Synthesis, Inc., Lewisville, TX, USA) followed 
by comparison to the ATCC STR database for Human 
Cell Lines. Unless otherwise indicated, these pancreatic 
CSLCs were stably maintained and used for experiments 
under the monolayer stem cell culture condition, as 

previously described [22, 58]. In brief, cells were cultured 
on collagen-I-coated dishes (IWAKI, Tokyo, Japan) in 
the stem cell culture medium (DMEM/F12 medium 
supplemented with 1% B27 [Gibco-BRL, Carlsbad, CA, 
USA], 20 ng/mL EGF and FGF2 [Peprotech, Inc.,Rocky 
Hill, NJ, USA], D-(+)-glucose [final concentration, 26.2 
mM], L-glutamine [final concentration, 4.5 mM], 100 
units/mL penicillin and 100 μg/mL streptomycin). In 
principle, the stem cell culture medium was changed 
every 3 days, and EGF and FGF2 were added to the 
culture medium every day. Differentiation of pancreatic 
CSLCs was induced by culturing the cells under the 
differentiation-inducing condition (DMEM/F12 containing 
10% FBS) for 2 weeks. Throughout the study, the cell 
number was determined using a hemocytometer, and the 
cell viability was examined by the dye exclusion method 
(0.2% trypan blue). Cell viability (%) was defined as 100 
x ‘the number of viable cells’/ (‘the number of viable cells’ 
+ ‘the number of dead cells’).

Gene silencing by siRNA

siRNAs against human JNK1 (#1: VHS40722, #2: 
VHS40724), JNK2 (#1: VHS40726, #2: VHS40729), 
and K-Ras (#1: HSS180200, #2: HSS105872) as well 
as Medium GC Duplex #2 of Stealth RNAiTM siRNA 
Negative Control Duplexes (as a control for siRNA 
experiments) were purchased from Invitrogen Life 
Technologies (Carlsbad, CA, USA). Transfection of 
siRNAs was performed using Lipofectamine RNAiMAX 
(Life Technologies) according to the manufacturer’s 
instructions. To achieve sustained knockdown of the target 
genes, siRNA transfection was repeated 4 days after the 
initial transfection.

Sphere formation assay

After being dissociated into single cells, PANC-1 
cells were serially diluted in the stem cell culture medium 
and seeded into non-coated 96-well plates so that there be 
a single cell in each well. Wells containing a single cell 
were marked on the next day and, 1 week after seeding, 
the percentage of marked wells with a sphere relative to 
the total number of marked wells was determined. For 
PSN-1 CSLCs, dissociated cells were suspended in the 
stem cell culture medium at a density of 5 × 103 cells/
mL. Then, 2 mL of the cell suspension (1 × 104 cells) was 
transferred to each well of a non-coated 12-well plate. The 
number of spheres in each well was counted 5 days after 
seeding.
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Flow cytometric analysis

Dissociated cells were washed with ice-cold 
phosphate-buffered saline (PBS), fixed with 4% (w/v) 
paraformaldehyde for 10 min at room temperature (RT), 
and washed again with PBS. The cells were then blocked 
in FACS buffer (0.5% [w/v] bovine serum albumin, 0.1% 
[w/v] NaN3 in PBS) for 30 min, followed by 3 PBS rinses 
and subsequently by incubation with the anti-CD133 
antibody in the FACS buffer for 1 h and then with the 
Alexa Fluor® 488 goat anti-mouse IgG for another 30 
min at RT. Gating for single cells was established using 
forward scatter in the isotype control samples. The isotype 
control samples were used to establish a gate in the 
fluorescein isothiocyanate (FITC) channel. Cells showing 
signal for CD133 above the gate established by the isotype 
control were deemed CD133-positive. All flow cytometric 
analysis experiments were run on FACSCantoTM II Flow 
Cytometer (BD Biosciences, Franklin Lakes, NJ, USA).

RT-PCR analysis

Total RNA was extracted with TRIzol (Life 
Technologies). Total RNA was reverse-transcribed 
into cDNA using PrimeScriptTM 1st strand cDNA 
Synthesis kit (Takara, Tokyo, Japan) according to 
the manufacturer’s instructions. Amplification was 
performed with cycles of 97 °C for 30 sec, 58 °C for 
30 sec, and 72 °C for 1 min in a thermal cycler (Takara 
PCR Thermal Cycler Dice). PCR cycles were 35 for 
Sox2, Nanog and 28 for β-actin. RT-PCR analysis was 
performed with the following primers: Sox2 (forward: 
5’-CCAAGATGCACAACTCGGAGATCAGC, reverse: 
5’- CGAGCCGTTCATGTAGGTCTGCGAG), Nanog 
(forward: 5’- AGTCCCAAAGGCAAACAACCCACTTC, 
reverse: 5’- GACTGGCTGTTCTGGGTCTGGTTG), 
β-actin (forward: 5’-CCCATGCCA TCCTGCGTCTG, 
reverse: 5’-CGTCATACTCCTGCTTG CTG). 

Immunoblot analysis

Cells were washed with ice-cold PBS and lysed in 
RIPA buffer [10 mM Tris-HCl (pH 7.4), 0.1% SDS, 0.1% 
sodium deoxycholate, 1% NP-40, 150 mM NaCl, 1 mM 
EDTA, 1.5 mM Na3VO4, 10 mM NaF, 10 mM sodium 
pyrophosphate, 10 mM sodium β-glycerophosphate and 
1% protease inhibitor cocktail set III (Calbiochem)]. 
After centrifugation for 10 min at 14,000 x g at 4 °C, the 
supernatants were recovered as the cell lysates, and the 
protein concentration of the cell lysates was determined 
by the BCA protein assay kit (Pierce Biotechnology, 
Inc., Rockford, IL, USA). Cell lysates containing equal 
amounts of protein were separated by SDS-PAGE and 
transferred to a polyvinylidene difluoride membrane. 

The membrane was probed with a primary antibody and 
then with an appropriate HRP-conjugated secondary 
antibody according to the protocol recommended by 
the manufacturer of each antibody. Immunoreactive 
bands were visualized using Immobilon Western 
Chemiluminescent HRP Substrate (Millipore, Billerica, 
MA, USA). 

Mouse studies

Mouse xenograft studies were carried out essentially 
as previously described. Five- to 8-week-old male BALB/
cAJcl-nu/nu mice (Clea Japan, Inc.) were, after being 
anesthetized with avertin (0.375 g/kg intraperitoneally), 
implanted subcutaneously in the flank region with 
cells suspended in 200 μL of PBS. After implantation, 
the recipient mice were monitored for general health 
status and the presence of subcutaneous tumors. Tumor 
volume was determined by measuring tumor diameters 
(measurement of 2 perpendicular axes of tumors) using 
a caliper and calculated as 1/2 x (larger diameter) x 
(smaller diameter)2. For serial transplantation, primary 
tumors treated as in the figure legend were excised and, 
after being washed in chilled sterile PBS, transferred 
into DMEM/F12, minced with scissors, and incubated 
in a dissociation enzyme solution (20 mM HEPES-PBS 
[pH7.4] containing 0.02% DNase I [Sigma, A4572] and 
0.02% collagenase II [Sigma, C6885]) for 30 min at 37 
°C. After being rinsed with DMEM/F12, the cells were 
re-suspended in DMEM/F12 and filtered through a 70-μm 
strainer. After determination of cell number and viability, 
the single-cell suspension of the tumor cells was subjected 
to subcutaneous injection. Some of the secondary tumors 
were excised for photographic documentation or for 
flow cytometric analysis after being dissociated just as 
described above for the primary tumors. For systemic 
administration of SP600125, the SP600125 stock solution 
(50 mM in DMSO) was diluted in PBS to prepare 200 μL 
solutions of SP600125 for each injection. The SP600125 
solutions were injected intraperitoneally into nude mice. 
Control mice received 200 μL of DMSO diluted in PBS. 
Note that all the control- and SP600125-treated mice 
received an equal volume of DMSO per body weight 
(3.6 mL/kg/day). All animal experiments were performed 
under a protocol approved by the Animal Research 
Committee of Yamagata University.

Statistical analysis

Results are expressed as the means and standard 
deviation (SD), and differences were compared using the 
2-tailed Student’s t-test. P-values < 0.05 were considered 
statistically significant and indicated with asterisks in the 
figures.



Oncotarget5110www.impactjournals.com/oncotarget

ACKNOWLEDGEMENTS

We thank Dr. Teruhiko Yoshida for generously 
providing us with the PSN-1 pancreatic cancer cell line 
and Ms. Eriko Watanabe and Ms. Asuka Sugai for their 
technical and secretarial contributions to this study, 
respectively. This work was supported by Grants-in-Aid 
for Scientific Research, for Challenging Exploratory 
Research, and for Young Scientists from the Ministry of 
Education, Culture, Sports, Science and Technology of 
Japan, by a Grant-in-Aid from the Global COE Program 
of the Japan Society for the Promotion of Science, by 
the National Cancer Center Research and Development 
Fund (23-A-20), and by a grant from the Japan Brain 
Foundation.

Conflict of interest statement

The authors declare no conflict of interest.

REFERENCES

1. Siegel R, Naishadham D and Jemal A. Cancer statistics, 
2013. CA Cancer J Clin. 2013; 63(1):11-30.

2. Ma J and Jemal A. The rise and fall of cancer mortality in 
the USA: why does pancreatic cancer not follow the trend? 
Future Oncol. 2013; 9(7):917-919.

3. Partensky C. Toward a better understanding of pancreatic 
ductal adenocarcinoma: glimmers of hope? Pancreas. 2013; 
42(5):729-739.

4. Hidalgo M. Pancreatic cancer. N Engl J Med. 2010; 
362(17):1605-1617.

5. Vincent A, Herman J, Schulick R, Hruban RH and Goggins 
M. Pancreatic cancer. Lancet. 2011; 378(9791):607-620.

6. Li C, Heidt DG, Dalerba P, Burant CF, Zhang L, Adsay V, 
Wicha M, Clarke MF and Simeone DM. Identification of 
pancreatic cancer stem cells. Cancer Res. 2007; 67(3):1030-
1037.

7. Hermann PC, Huber SL, Herrler T, Aicher A, Ellwart JW, 
Guba M, Bruns CJ and Heeschen C. Distinct populations of 
cancer stem cells determine tumor growth and metastatic 
activity in human pancreatic cancer. Cell Stem Cell. 2007; 
1(3):313-323.

8. Xia J, Chen C, Chen Z, Miele L, Sarkar FH and Wang Z. 
Targeting pancreatic cancer stem cells for cancer therapy. 
Biochim Biophys Acta. 2012; 1826(2):385-399.

9. Abel EV and Simeone DM. Biology and clinical 
applications of pancreatic cancer stem cells. 
Gastroenterology. 2013; 144(6):1241-1248.

10. Balic A, Dorado J, Alonso-Gomez M and Heeschen C. 
Stem cells as the root of pancreatic ductal adenocarcinoma. 
Exp Cell Res. 2012; 318(6):691-704.

11. Li Y, Kong D, Ahmad A, Bao B and Sarkar FH. Pancreatic 
cancer stem cells: emerging target for designing novel 

therapy. Cancer Lett. 2013; 338(1):94-100.
12. Penchev VR, Rasheed ZA, Maitra A and Matsui W. 

Heterogeneity and targeting of pancreatic cancer stem cells. 
Clin Cancer Res. 2012; 18(16):4277-4284.

13. Blagosklonny MV. Target for cancer therapy: proliferating 
cells or stem cells. Leukemia. 2006; 20(3):385-391.

14. Blagosklonny MV. Cancer stem cell and cancer stemloids: 
from biology to therapy. Cancer Biol Ther. 2007; 
6(11):1684-1690.

15. Clevers H. The cancer stem cell: premises, promises and 
challenges. Nat Med. 2011; 17(3):313-319.

16. Yu Z, Pestell TG, Lisanti MP and Pestell RG. Cancer stem 
cells. Int J Biochem Cell Biol. 2012; 44(12):2144-2151.

17. Kennedy NJ and Davis RJ. Role of JNK in tumor 
development. Cell Cycle. 2003; 2(3):199-201.

18. Manning AM and Davis RJ. Targeting JNK for therapeutic 
benefit: from junk to gold? Nat Rev Drug Discov. 2003; 
2(7):554-565.

19. Weston CR and Davis RJ. The JNK signal transduction 
pathway. Curr Opin Cell Biol. 2007; 19(2):142-149.

20. Wagner EF and Nebreda AR. Signal integration by JNK 
and p38 MAPK pathways in cancer development. Nat Rev 
Cancer. 2009; 9(8):537-549.

21. Takahashi R, Hirata Y, Sakitani K, Nakata W, Kinoshita H, 
Hayakawa Y, Nakagawa H, Sakamoto K, Hikiba Y, Ijichi 
H, Moses HL, Maeda S and Koike K. Therapeutic effect 
of c-Jun N-terminal kinase inhibition on pancreatic cancer. 
Cancer Sci. 2013; 104(3):337-344.

22. Matsuda K, Sato A, Okada M, Shibuya K, Seino S, Suzuki 
K, Watanabe E, Narita Y, Shibui S, Kayama T and Kitanaka 
C. Targeting JNK for therapeutic depletion of stem-like 
glioblastoma cells. Sci Rep. 2012; 2:516.

23. Yoon CH, Kim MJ, Kim RK, Lim EJ, Choi KS, An S, 
Hwang SG, Kang SG, Suh Y, Park MJ and Lee SJ. c-Jun 
N-terminal kinase has a pivotal role in the maintenance of 
self-renewal and tumorigenicity in glioma stem-like cells. 
Oncogene. 2012; 31(44):4655-4666.

24. Kitanaka C, Sato A and Okada M. JNK Signaling in the 
Control of the Tumor-Initiating Capacity Associated with 
Cancer Stem Cells. Genes Cancer. 2013; 4(9-10):388-396.

25. Gaviraghi M, Tunici P, Valensin S, Rossi M, Giordano C, 
Magnoni L, Dandrea M, Montagna L, Ritelli R, Scarpa A 
and Bakker A. Pancreatic cancer spheres are more than just 
aggregates of stem marker-positive cells. Biosci Rep. 2011; 
31(1):45-55.

26. Lonardo E, Hermann PC, Mueller MT, Huber S, Balic 
A, Miranda-Lorenzo I, Zagorac S, Alcala S, Rodriguez-
Arabaolaza I, Ramirez JC, Torres-Ruiz R, Garcia E, 
Hidalgo M, Cebrian DA, Heuchel R, Lohr M, et al. Nodal/
Activin signaling drives self-renewal and tumorigenicity 
of pancreatic cancer stem cells and provides a target for 
combined drug therapy. Cell Stem Cell. 2011; 9(5):433-
446.

27. Wang D, Zhu H, Zhu Y, Liu Y, Shen H, Yin R, Zhang 



Oncotarget5111www.impactjournals.com/oncotarget

Z and Su Z. CD133(+)/CD44(+)/Oct4(+)/Nestin(+) stem-
like cells isolated from Panc-1 cell line may contribute to 
multi-resistance and metastasis of pancreatic cancer. Acta 
Histochem. 2013; 115(4):349-356.

28. Lonardo E, Cioffi M, Sancho P, Sanchez-Ripoll Y, 
Trabulo SM, Dorado J, Balic A, Hidalgo M and Heeschen 
C. Metformin targets the metabolic achilles heel of 
human pancreatic cancer stem cells. PLoS One. 2013; 
8(10):e76518.

29. Rasheed ZA and Matsui W. Biological and clinical 
relevance of stem cells in pancreatic adenocarcinoma. J 
Gastroenterol Hepatol. 2012; 27 Suppl 2:15-18.

30. Grosse-Gehling P, Fargeas CA, Dittfeld C, Garbe Y, 
Alison MR, Corbeil D and Kunz-Schughart LA. CD133 as 
a biomarker for putative cancer stem cells in solid tumours: 
limitations, problems and challenges. J Pathol. 2013; 
229(3):355-378.

31. Dieter SM, Ball CR, Hoffmann CM, Nowrouzi A, Herbst F, 
Zavidij O, Abel U, Arens A, Weichert W, Brand K, Koch 
M, Weitz J, Schmidt M, von Kalle C and Glimm H. Distinct 
types of tumor-initiating cells form human colon cancer 
tumors and metastases. Cell Stem Cell. 2011; 9(4):357-365.

32. Hibi M, Lin A, Smeal T, Minden A and Karin M. 
Identification of an oncoprotein- and UV-responsive 
protein kinase that binds and potentiates the c-Jun activation 
domain. Genes Dev. 1993; 7(11):2135-2148.

33. Derijard B, Hibi M, Wu IH, Barrett T, Su B, Deng T, Karin 
M and Davis RJ. JNK1: a protein kinase stimulated by UV 
light and Ha-Ras that binds and phosphorylates the c-Jun 
activation domain. Cell. 1994; 76(6):1025-1037.

34. Hezel AF, Kimmelman AC, Stanger BZ, Bardeesy N and 
Depinho RA. Genetics and biology of pancreatic ductal 
adenocarcinoma. Genes Dev. 2006; 20(10):1218-1249.

35. Morris JPt, Wang SC and Hebrok M. KRAS, Hedgehog, 
Wnt and the twisted developmental biology of pancreatic 
ductal adenocarcinoma. Nat Rev Cancer. 2010; 10(10):683-
695.

36. Sumi S, Beauchamp RD, Townsend CM, Jr., Pour PM, 
Ishizuka J and Thompson JC. Lovastatin inhibits pancreatic 
cancer growth regardless of RAS mutation. Pancreas. 1994; 
9(5):657-661.

37. Yamada H, Yoshida T, Sakamoto H, Terada M and 
Sugimura T. Establishment of a human pancreatic 
adenocarcinoma cell line (PSN-1) with amplifications of 
both c-myc and activated c-Ki-ras by a point mutation. 
Biochem Biophys Res Commun. 1986; 140(1):167-173.

38. Mueller MT, Hermann PC, Witthauer J, Rubio-Viqueira B, 
Leicht SF, Huber S, Ellwart JW, Mustafa M, Bartenstein 
P, D’Haese JG, Schoenberg MH, Berger F, Jauch KW, 
Hidalgo M and Heeschen C. Combined targeted treatment 
to eliminate tumorigenic cancer stem cells in human 
pancreatic cancer. Gastroenterology. 2009; 137(3):1102-
1113.

39. Singh BN, Fu J, Srivastava RK and Shankar S. Hedgehog 

signaling antagonist GDC-0449 (Vismodegib) inhibits 
pancreatic cancer stem cell characteristics: molecular 
mechanisms. PLoS One. 2011; 6(11):e27306.

40. Jimeno A, Feldmann G, Suarez-Gauthier A, Rasheed Z, 
Solomon A, Zou GM, Rubio-Viqueira B, Garcia-Garcia E, 
Lopez-Rios F, Matsui W, Maitra A and Hidalgo M. A direct 
pancreatic cancer xenograft model as a platform for cancer 
stem cell therapeutic development. Mol Cancer Ther. 2009; 
8(2):310-314.

41. Yen WC, Fischer MM, Hynes M, Wu J, Kim E, Beviglia 
L, Yeung VP, Song X, Kapoun AM, Lewicki J, Gurney A, 
Simeone DM and Hoey T. Anti-DLL4 has broad spectrum 
activity in pancreatic cancer dependent on targeting DLL4-
Notch signaling in both tumor and vasculature cells. Clin 
Cancer Res. 2012; 18(19):5374-5386.

42. Nguyen LV, Vanner R, Dirks P and Eaves CJ. Cancer 
stem cells: an evolving concept. Nat Rev Cancer. 2012; 
12(2):133-143.

43. Feldmann G, Fendrich V, McGovern K, Bedja D, Bisht S, 
Alvarez H, Koorstra JB, Habbe N, Karikari C, Mullendore 
M, Gabrielson KL, Sharma R, Matsui W and Maitra A. An 
orally bioavailable small-molecule inhibitor of Hedgehog 
signaling inhibits tumor initiation and metastasis in 
pancreatic cancer. Mol Cancer Ther. 2008; 7(9):2725-2735.

44. Cespedes MV, Sancho FJ, Guerrero S, Parreno M, Casanova 
I, Pavon MA, Marcuello E, Trias M, Cascante M, Capella G 
and Mangues R. K-ras Asp12 mutant neither interacts with 
Raf, nor signals through Erk and is less tumorigenic than 
K-ras Val12. Carcinogenesis. 2006; 27(11):2190-2200.

45. Zhou Y, Rideout WM, 3rd, Zi T, Bressel A, Reddypalli 
S, Rancourt R, Woo JK, Horner JW, Chin L, Chiu MI, 
Bosenberg M, Jacks T, Clark SC, Depinho RA, Robinson 
MO and Heyer J. Chimeric mouse tumor models reveal 
differences in pathway activation between ERBB family- 
and KRAS-dependent lung adenocarcinomas. Nat 
Biotechnol. 2010; 28(1):71-78.

46. Collins MA and Pasca di Magliano M. Kras as a key 
oncogene and therapeutic target in pancreatic cancer. Front 
Physiol. 2013; 4:407.

47. Fisher GH, Wellen SL, Klimstra D, Lenczowski JM, 
Tichelaar JW, Lizak MJ, Whitsett JA, Koretsky A and 
Varmus HE. Induction and apoptotic regression of lung 
adenocarcinomas by regulation of a K-Ras transgene in the 
presence and absence of tumor suppressor genes. Genes 
Dev. 2001; 15(24):3249-3262.

48. Collins MA, Bednar F, Zhang Y, Brisset JC, Galban S, 
Galban CJ, Rakshit S, Flannagan KS, Adsay NV and Pasca 
di Magliano M. Oncogenic Kras is required for both the 
initiation and maintenance of pancreatic cancer in mice. J 
Clin Invest. 2012; 122(2):639-653.

49. Singh A, Greninger P, Rhodes D, Koopman L, Violette S, 
Bardeesy N and Settleman J. A gene expression signature 
associated with “K-Ras addiction” reveals regulators of 
EMT and tumor cell survival. Cancer Cell. 2009; 15(6):489-
500.



Oncotarget5112www.impactjournals.com/oncotarget

50. Pylayeva-Gupta Y, Grabocka E and Bar-Sagi D. RAS 
oncogenes: weaving a tumorigenic web. Nat Rev Cancer. 
2011; 11(11):761-774.

51. Haigis KM, Kendall KR, Wang Y, Cheung A, Haigis MC, 
Glickman JN, Niwa-Kawakita M, Sweet-Cordero A, Sebolt-
Leopold J, Shannon KM, Settleman J, Giovannini M and 
Jacks T. Differential effects of oncogenic K-Ras and N-Ras 
on proliferation, differentiation and tumor progression in 
the colon. Nat Genet. 2008; 40(5):600-608.

52. Moon BS, Jeong WJ, Park J, Kim TI, Min do S and 
Choi KY. Role of Oncogenic K-Ras in Cancer Stem Cell 
Activation by Aberrant Wnt/beta-Catenin Signaling. J Natl 
Cancer Inst. 2014; 106(2):djt373.

53. Cellurale C, Sabio G, Kennedy NJ, Das M, Barlow M, 
Sandy P, Jacks T and Davis RJ. Requirement of c-Jun 
NH(2)-terminal kinase for Ras-initiated tumor formation. 
Mol Cell Biol. 2011; 31(7):1565-1576.

54. Schlaeth M, Berger S, Derer S, Klausz K, Lohse S, Dechant 
M, Lazar GA, Schneider-Merck T, Peipp M and Valerius 
T. Fc-engineered EGF-R antibodies mediate improved 
antibody-dependent cellular cytotoxicity (ADCC) against 
KRAS-mutated tumor cells. Cancer Sci. 2010; 101(5):1080-
1088.

55. Yoon YK, Kim HP, Han SW, Oh do Y, Im SA, Bang 
YJ and Kim TY. KRAS mutant lung cancer cells are 
differentially responsive to MEK inhibitor due to AKT or 
STAT3 activation: implication for combinatorial approach. 
Mol Carcinog. 2010; 49(4):353-362.

56. Okada M, Shibuya K, Sato A, Seino S, Watanabe E, 
Suzuki S, Seino M and Kitanaka C. Specific role of JNK 
in the maintenance of the tumor-initiating capacity of A549 
human non-small cell lung cancer cells. Oncol Rep. 2013; 
30(4):1957-1964.

57. Pollard SM, Yoshikawa K, Clarke ID, Danovi D, Stricker 
S, Russell R, Bayani J, Head R, Lee M, Bernstein M, Squire 
JA, Smith A and Dirks P. Glioma stem cell lines expanded 
in adherent culture have tumor-specific phenotypes and are 
suitable for chemical and genetic screens. Cell Stem Cell. 
2009; 4(6):568-580.

58. Sato A, Sunayama J, Okada M, Watanabe E, Seino S, 
Shibuya K, Suzuki K, Narita Y, Shibui S, Kayama T and 
Kitanaka C. Glioma-initiating cell elimination by metformin 
activation of FOXO3 via AMPK. Stem Cells Transl Med. 
2012; 1(11):811-824.


