Shinjo et al.

a
2w ooz
~NYOO0OOCOO
0355228283
FREIgEESESESR
CBX7 o o AR <
pi6
Bactin e s
C 3
o
2
=D
e
8 a
=%
- @
Z g
2%’
[
©
ok
&
©

311

-
W
1

CBXT7/pactin
%

Relative expression

w
o
1

Figure 1. Expression of CBX7 and ANRIL in ovarian clear cell adenocarcinoma (OCCA). (a—c) Immunoblotting of four OCCA primary tissue
samples (#1,2,3), six OCCA cell lines (KOC-7C, TOV-21G, JHOC-5, -7, -8, -9), a human endometrial epithelial cell line (hEEC-N1) and a posi-
tive control prostate cancer cell line, PC3, for detecting CBX7, CDKN2A (p16), and B-actin (a). Real-time quantitative reverse transcription
PCR analysis using the cells to detect CBX7 (b) and ANRIL (¢). (d,e) RNA fluorescence in situ hybridization detecting ANRIL (d) and fluores-
cence IHC detecting CBX7 (e) in TOV21G cells. Orange signals of both ANRIL and CBX7 are observed in the nuclei of the cells. (f,g) Immuno-
histochemical analysis for CBX7 protein using formalin-fixed paraffin embedded OCCA samples. Intense nuclear staining of the tumor cells
is observed (f). Negative CBX7 staining (g). [Color figure can be viewed in the online issue, which is available at wileyonlinelibrary.com.]

machine (Becton and Dickenson) and analyzed using ModFit
LT (Verity Software, Topsham, ME) and CellQuest software
(Becton and Dickenson).

Gene expression array analysis
The SurePrint G3 Human Gene Expression 8x60K Microar-
ray (Agilent Technologies, Santa Clara, CA) was used to
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analyze changes in the mRNA expression levels of the
KOC7C and TOV-21G cells after CBX7 knockdown. The
microarray targets 27, 958 Entrez Gene RNAs and 7,419 non-
coding RNAs. KOC7C and TOV-21G were transfected by
siCBX7-1 or negative control siRNA. After 48-hr incubation,
total RNA was isolated using the RNeasy Plus Mini Kit
(Qiagen). CBX7 knockdown was confirmed by qPCR. Data
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Table 1. Multivariate analysis of clinical factors in relation to survival of patients with OCCA

oS PFS

HR 95% Cl p HR 95% Ci p
Age
>50 (vs. <50) 0.720 0.380-1.952 0.720 0.459 0.203-1.040 0.459
FIGO stage
I, 1, 1V (vs. 1) 3.811 1.652-8.791 0.002 5.467 2.352-12.706 <0.001
CA125 (U/mD)
>35 {vs. <35) 2.900 0.181-10.282 0.099 2.562 0.827-7.934 0.103
Year of diagnosis
1997- (vs. -1997) 1.186 0.520-2.702 0.685 1.312 0.594~-2.897 0.502
CBX7 expression
Positive (vs. negative) 6.767 1.534-29.856 0.012 8.661 1.946-38.559 0.005

HR, hazard ratio; Cl, confidence interval.

analysis was performed using GeneSpring GX11.05.1 software
(Agilent Technologies).

TdT-mediated dUTP-biotin nick end labeling assay

We performed the TdT-mediated dUTP-biotin nick end labeling
(TUNEL) assay to detect apoptotic cells. The cells were trans-
fected with siRNA on chamber slides and cultured in 5% CO, at
37°C for 48 hr. We then used the ApopTag Plus Peroxidase In
Situ Apoptosis Detection Kit (Millipore) following the manufac-
turer’s instructions. Briefly, the cultured cells were fixed with 1%
paraformaldehyde and permeabilized using a 2:1 ethanol-acetic
acid solution, endogenous peroxidase was quenched using 3%
hydrogen peroxide in PBS. After detection, hematoxylin was used
as a counterstain. We counted positively stained cells in 10 ran-
dom fields under 400X magnification and calculated the apopto-
tic cell ratio.

Statistical analysis

Chi-square tests were used to evaluate the associations between
the CBX7 status and clinicopathological factors. The overall sur-
vival (OS) was calculated from the date of surgery to the date of
the last follow-up or the date of death from OCCA. The
progression-free survival (PES) was calculated from the date of
surgery to the date of progression/recurrence or to the date of last
follow-up. Survival analyses were performed using the Kaplan-
Meier method to estimate the OS and PFS, and statistical signifi-
cance was determined using the log-rank test. A multivariate
analysis was performed using a Cox proportional hazards model.
Student’s t-test (for comparison of the two groups), a one-way
ANOVA or a two-way ANOVA (for multiple comparisons) was
used to evaluate the numerical data. For all of the statistical analy-
ses, p < 0.05 was considered statistically significant.

Resulis

Expression of CBX7 and ANRIL in OCCA

First, we examined the expression of CBX7 protein and mRNA
together with ANRIL RNA in six OCCA cell lines and control by

immunoblotting and gPCR (Figs. 1a-1c), and revealed that both
genes, CBX7 and ANRIL, were expressed in all OCCA cell lines.
Control human endometrial cells also expressed both genes
although smaller in amount. CBX7 was detectable by immuno-
blotting in the four primary OCCA tissue samples (Fig. 1a). Fur-
thermore, we analyzed p16 expression in these cell lines. Because
JHOC-5 and JHOC-8 had p16 deletion detected by array compar-
ative genomic hybridization analysis (Supporting Information
Figure 1), and JHOC-7 and JHOC-9 had relatively high expres-
sion of the pl6 protein, we selected KOC-7C and TOV21G for
further analyses. We further confirmed the expression of ANRIL
and CBX7 protein in the nuclei of both cells by RNA-FISH (Fig.
1d) and fluorescence IHC (Fig. le). Then, we analyzed the expres-
sion of CBX7 protein in 81 primary human OCCA tissues by
IHC staining. Intense nuclear staining was observed in the posi-
tive samples (Fig. 1f) in clear contrast with no staining in the neg-
ative samples (Fig. 1g). Of 81 cases, 64 cases (79%) were CBX7-
positive and 17 cases (21%) were CBX7-negative. Next, we exam-
ined the association between CBX7 expression and clinical factors.
Switching to platinum-taxane chemotherapy which improved OS
and PFS in women with ovarian cancer® was done in 1997 in
our institution. Therefore, we speculated that the year of diagnosis
may be associated with prognostic outcome. Furthermore,
although most patients were not previously clinically diagnosed as
endometriosis, pathological examination of the resected tissue
material revealed that the more than 80% had endometriosis (52/
64 data available patients, see Supporting Information Table 1).
Thus, we added the year of diagnoses and also pathologically
diagnosed endometriosis in the analysis. As a result, CBX7
expression was not significantly associated with any of the follow-
ing factors; patient age, FIGO stage, serum CA125 level, the year
of diagnosis, or the presence of endometriosis (Supporting Infor-
mation Table 1).

CBX7 expression is associated with poor prognosis in
patients with OCCA

To further evaluate the role of CBX7 in OCCA, we analyzed
the relationship between CBX7 expression and OS and PFS

Int. J. Cancer: 135, 308-318 (2014) © 2013 UICC
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Figure 2. Kaplan—Meier analyses. CBX7 expression is associated with worse 0S and PFS in OCCA patients. These Kaplan—Meier survival
curves show (a,b) OS and PFS in patients with all stages. (c,d) OS and PFS in patients with Stage | disease. (e,f) OS and PFS in patients
with Stages lI-IV disease. The solid line indicates the CBX7-negative group, and the dashed line indicates the CBX7-positive group.

using the Kaplan-Meier method together with the log-rank
test. The CBX7-positive group had significantly shorter OS (p
= 0.027, Fig. 2a) and PFS (p = 0.021, Fig. 2b) rates than the
CBX7-negative group. However, as most patients with OCCA
are diagnosed with Stage I disease (51 cases, 63%), we also
analyzed the relationship between CBX7 expression and OS
and PFS rates by separating the cases into two groups: the
Stage I group and a group consisting of Stages II-IV patients,
as categorized at their initial diagnoses. In patients with
Stages 1I-1V disease, the CBX7-positive patients had signifi-

Int. J. Cancer: 135, 308-318 (2014) © 2013 UICC

cantly shorter OS (p = 0.011; Fig. 2e) and PFS (p < 0.01;
Fig. 2f) rates than the CBX7-negative patients. The CBX7-
positive patients tended to have poorer prognoses than the
CBX7-negative patients in the Stage I group also, although
this difference was not significant (Figs. 2¢ and 2d). Similar
analysis of endometriosis-positive and negative groups
revealed that CBX7 expression was significantly associated
with worse OS and PFS rates in the endometriosis-positive
group (Supporting Information Figure 2). Endometriosis-
negative group also showed a tendency to have worse OS
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Figure 3. Effects of CBX7 knockdown on QCCA cell lines in vitro. After transfection with 2 individual siRNAs (siCBX7-1 and siCBX7-2) or con-
trol siRNA in KOC7C and TOV-21G cells, we performed the following experiments. (a) The efficacy of two individual siRNAs (siCBX7-1 and
siCBX7-2) in KOC7C and TOV-21G measured by quantitative reverse transcriptase-PCR. (b) Effects of CBX7 knockdown on cellular viability
measured by MTS assay. Hours indicate post-transfection times. (c) Cell cycle distribution measured by FACS. (D) Relative expression of
CDKN2A (p16) mRNA measured by quantitative reverse transcriptase-PCR compared with control siNC. The means and SD were obtained
from three experiments. Statistical analysis was performed to compare CBX7 knockdown and control samples. *p < 0.05, **p < 0.01, ***p

< 0.001.
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Figure 4. A pathway analysis of 35 genes that had elevated expression levels of more than eightfold compared to CBX7 knockdown groups
and the control groups using GeneSpring GX10.02.2 software. [Color figure can be viewed in the online issue, which is available at

wileyonlinelibrary.com.]

and PFS related to CBX7 expression, but this relationship
was not significant probably due to smaller number of the
patients. The presence of endometriosis had no correlation
with OS or PFS (Supporting Information Figure 3). Thus,
CBX7 seemed to be an independent factor associated with
poorer prognosis, and we analyzed the factors that contrib-
uted to the prognosis using a multivariate Cox proportional
hazards model for confirmation. Statistical results showed
that CBX7 expression and FIGO Stages II-VI were associated
independently with OS (p = 0.012 and p = 0.002, respec-
tively) and PFS (p = 0.005 and p < 0.001, respectively)
(Table 1). These results suggest that CBX7 may have a valua-
ble role in OCCA disease progression.

CBX7 knockdown decreases cell viability of human OCCA
cells

Because immunohistochemical analysis suggested that CBX7
may contribute to the growth of OCCA, we first examined
the effect of CBX7 knockdown on the viability of human
OCCA cells. We used two different OCCA cell lines, KOC7C
and TOV-21G, and two siRNA constructs against CBX7 to
perform the knockdown experiments in vitro. The knock-
down efficacies of the siRNAs were confirmed 48 hr after
transfection by quantitative PCR (Fig. 3a) and Western blot-
ting. We assessed cell viability using an MTS assay. CBX7
knockdown significantly inhibited the cell viability of both

Int. J. Cancer: 135, 308-318 (2014) © 2013 UICC

cell lines, and the decrease in cell viability was maximally
30% (Fig. 3b). CBX7 knockdown did not affect cell migration
or invasion {(data not shown). It has been reported that
CBX7 represses the INK4a/ARF locus; therefore, we exam-
ined the effect of CBX7 knockdown on pl6 expression and
cell cycle distribution. CBX7 knockdown significantly induced
GO/G1 arrest (Fig. 3¢) presumably via increasing the expres-
sion of pl6 mRNA (Fig. 3d).

CBX7 knockdown induced apoptosis in OCCA cells

From our results, CBX7 was shown to play some role in
repressing the CDKN2A gene and the progression of the cell-
cycle in the OCCA cells. However, the changes were not dra-
matic, and because CBX7 expression was clearly related to a
poorer prognosis in the OCCA patients, we assumed that
CBX7 may help regulate other genes, most likely those
related to tumor progression in OCCA. Thus, to examine
other possible mechanisms, we compared the gene expression
profiles of CBX7 knockdown and control samples from the
TOV-21G and KOC7C cell lines using an expression micro-
array (accession number: GSE47146). We identified 35 genes
in which the expression levels were upregulated in the CBX7
knockdown groups in common between both cell lines by
more than eightfold compared to the control groups and the
statistical values were p > 0.05 (Supporting Information
Table 2). A pathway analysis indicated that CBX7 negatively
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regulates apoptosis-related genes, inflammation-associated
genes, such as CCL5, and genes associated with immunologi-
cal phenotypes, such as HLA-F (Fig. 4). Specifically,
TNFSF10, a tumor necrosis factor superfamily 10 member,
resided in the center of the apoptosis-related genes (Fig. 4).
We confirmed that CBX7 knockdown increased TNESF10
mRNA expression by qPCR (Fig. 5a). To confirm that CBX7
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CBX7 expression in OCCA

knockdown induced apoptosis in OCCA cells, we performed
Western blotting to detect the apoptotic markers along with
a TUNEL assay. CBX7 knockdown increased the expression
of cleaved PARP proteins (Fig. 5b), and the number of apo-
ptotic cells detected by the TUNEL method was significantly
increased compared with the control group (Figs. 5c and 54).
Additionally, we performed DNA content analysis using
FACS. The percentage of sub-Gl phase cells (Fig. 5e)
increased more in the CBX7 knockdown cells than in the
control cells.

Discussion

OCCA is frequently associated with endometriosis.* Histolog-
ically defined endometriosis was also found in more than
80% of our cases (Supporting Information Table 1 and Ref.
6) suggesting that endometriosis has an important role in the
development of OCCA. Oxidative stress due to excess iron
deposition is assumed as the cause of carcinogenesis.>®*”
Genome mutations induced by oxidative stress affects specific
genes such as the INK4a region,”® and although less estab-
lished, frequent amplification of the MET gene is observed in
OCCA,® which is common with an oxidative-stress induced
animal tumor model.” ANRIL is a long noncoding RNA
that cooperates with CBX7 to suppress the INK4a/ARF
region at chromosome 9. Single-nucleotide polymorphism in
the 19th intron of ANRIL was shown to have a strong associ-
ation with endometriosis.'® Therefore, we speculated that
CBX7 may also have a role in OCCA carcinogenesis and pro-
gression. As a result, we demonstrated for the first time that
CBX7 expression was associated with poorer prognosis in
OCCA patients.

CBX7 was initially identified as a factor involved in over-
coming cellular senescence and increasing cellular lifespan.'!
CBX?7 is one of the PcG proteins, a family that also includes
BMII1 and EZH2, and it is a component of PRC1.” Most PcG
proteins have been known to have strong associations with
cancer development, and some of these proteins have also
been related to stem cell regulation.'' EZH2 was recently
shown as an tumorigenic independently of PRC,* and it is
acceptable that other PcG proteins such as CBX7 may also
have a distinct oncogenic role. PcG proteins have hundreds
of target genes in mammuals, and mammalian polycomb

Figure 5. Induction of apoptosis by CBX7 knockdown in vitro. After
transfection of KOC7C and TOV-21G cells with two individual siR-
NAs (siCBX7-1 and siCBX7-2) or control siRNA, we performed the
following experiments. (a) Relative expression of TNFSF10 (TRAIL)
mRNA measured by quantitative reverse transcriptase-PCR com-
pared with control. (b) Western blotting showed expression of
cleaved PARP. (¢) TUNEL stained cells. (d) Percentage of apoptotic
cells measured by the TUNEL assay. (d) Percentage of sub-G1 cells.
siNC indicates the control. Means and SD were obtained from three
experiments. Statistical analysis was performed using CBX7 knock-
down samples and control samples. *p < 0.05, **p < 0.01, ***p
< 0.001. [Color figure can be viewed in the online issue, which is
available at wileyonlinelibrary.com.]

Int. }. Cancer: 135, 308-318 (2014) © 2013 UICC
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responsive elements are not yet defined.” It has been shown
that CBX7 plays a critical role in the lymphomagenesis of
follicular lymphoma,'”> however, controversial studies have
also shown that CBX7 positively regulates E-cadherin expres-
sion, thus acting as a tumor suppressor in thyroid cancer.'®*°
CBX7 protein expression loss has also been observed in colon
and pancreatic cancer patients with aggressive tumors.'”!
Most recently, CBX7 knockout mice were shown to have a
tumorigenic phenotype that was associated with liver and
lung carcinogenesis, and a new role for CBX7, downregulat-
ing cyclin El, was reported.>’ Thus, the precise role of CBX7
in cancer development or progression may be cell-type spe-
cific, and in this report, we show for the first time that CBX7
has a progressive role in malignant behavior of OCCA.

It has been reported that PRCI including CBX7 sup-
presses the INK4A locus together with ANRIL, which in turn
leads to a reduction in the levels of tumor suppressor pro-
teins such as pl6 and pl4ARF in prostate cancer cells.'”
Because we mainly used formalin-fixed paraffin-embedded
tissue for the analyses in this study, we could not determine
the relative rate of ANRIL expression in each sample. How-
ever, in this study, ANRIL expression was observed in six
OCCA cell lines shown by qPCR and also expressed in the
nuclei of two cell lines by RNA-FISH. Thus, consistent with
previous reports, our data also showed that CBX7, possibly
together with ANRIL, could repress the INK4a/ARF locus in
the OCCA cells. However, relatively high expression of pl16
was detected by immunoblotting in two OCCA cell lines
other than KOC7C and TOV21G (Fig. la). Relative expres-
sion increases shown by qPCR in pl6 (induced by CBX7
knockdown) were two- to threefold the maximum levels;
while this change was not large, it was significant (Fig. 3d).
On the contrary, G1 arrest induced by CBX7 knockdown was
nonsignificant (Fig. 3¢) in KOC7C cells. We attempted to
increase the rate of G1 arrest by ubiquitously demethylating
the promotor areas including the p16 promotor by adding 5-
azacythidine to the culture medium, and as a result, p16
expression was slightly increased in KOC-7C cells; however,
together with CBX7 knockdown, no significant increase in
either p16 expression or G1 arrest was observed in these cells
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(Supporting Information Figure 4). Therefore, although we
could not deny the possibility that ANRIL expression level
was critical in downregulating the INK4a/ARF locus, but at
least, in part, the expression levels of pl6 significantly
enlarged, and CBX7 knockdown itself was confirmed at both
mRNA and the protein level, we considered that there may
be other genes that are either directly or indirectly regulated
by CBX7.

Interestingly, pathway analysis of the microarray data elu-
cidated that a group of apoptosis-related genes were upregu-
lated by CBX7 knockdown, and TNSF10 was positioned in
the center of this group. TNFSF10 is also known as TRAIL
(tumor necrosis factor-related apoptosis-inducing ligand).
TRAIL induces apoptosis by binding to TRAIL-R1 (also
known as DR4) and TRAIL-R2 (also known as DR5), and its
binding triggers caspase-8 and caspase-3 activations. We fur-
ther confirmed that CBX7 knockdown significantly induced
apoptosis in both cell lines, with two different siRNAs for
each one. TRAIL is an important inducer of apoptosis, but
the precise mechanism for the regulation of its expression is
still unknown.” In our study, CBX7 was shown to play a
role in inducing the expression of TRAIL and related apopto-
tic factors. Whether CBX7 together with PRCs directly sup-
presses any of these molecules remains to be elucidated.
TRAIL is an important factor for apoptosis induction in can-
cer cells, and studies are ongoing to seek novel therapeutic
agents, such as TRAIL, and agonistic antibodies against
TRAIL receptors are promising new antitumor agents.””
Recently, however, resistance to TRAIL agonists has been
found in some human cancers. This finding suggests that
therapy using the TRAIL pathway may be cell-type specific.**
Our results suggest that TRAIL pathway may be a novel tar-
get for CBX7, which may have a biological role in OCCA
carcinogenesis and progression. Therapeutic agents utilizing
the TRAIL pathway may be particularly effective in OCCA.
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Abstract

Elucidation of how pancreatic cancer cells give rise o distant metastasis is urgently needed in order to provide not
only a better understanding of the underlying molecular mechanisms, but also to identify novel targets for greatly
improved molecular diagnosis and therapeutic intervention. We employed combined proteomic technologies
including mass spectrometry and isobaric tags for relative and absolute quantification peptide tagging to analyze
protein profiles of surgically resected human pancreatic ductal adenocarcinoma tissues. We identified a protein,
dihydropyrimidinase-like 3, as highly expressed in human pancreatic ductal adenocarcinoma tissues as well as
pancreatic cancer cell lines. Characterization of the roles of dihydropyrimidinase-like 3 in relation to cancer cell
adhesion and'migration in vitro, and metastasis in vivo was performed using a series of functional analyses, including
those employing multiple reaction monitoring proteomic analysis. Furthermore, dihydropyrimidinase-like 3 was found
to interact with- Ezrin, which has important roles in cell adhesion, motility, and invasion, while that interaction
promoted stabilization of an adhesion complex consisting of Ezrin, c-Src, focal adhesion kinase, and Talin1. We also
found that exogenous expression of dihydropyrimidinase-like 3 induced activating phosphorylation of Ezrin and c-Src,
leading to up-regulation of the signaling pathway. Taken together, the present results indicate successful application
of combined proteomic approaches to identify a novel key player, dihydropyrimidinase-like 3, in pancreatic ductal
adenocarcinoma tumorigenesis, which may serve as an important biomarker and/or drug target to improve
therapeutic strategies.
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Introduction

Pancreatic cancer is the fifth leading cause of cancer death
in Japan with more than 24,000 annual deaths [1], while lung
cancer is another hard-to-cure cancer with the highest death
tolls of more than 70,000 lives a year [2]. Widespread
metastasis and/or massive local invasion are commonly
present, when they are diagnosed, making long-term survival
of these cancers remain unsatisfactory. Thus, it is evident that

PLOS ONE | www.plosone.org

elucidation of the underlying mechanisms of invasion and
distant metastasis is crucial to improve the current dismal
outcome. Along this line, we previously established a highly
metastatic clone (NCI-H460-LNM35, hereafter referred to as
LNM35) of a non-small cell lung cancer celi line, which helped
to identify involvement of the COX-2, CLCP-1, and DLX-4
genes in cancer metastasis through global expression profiling
analysis of LNM35 and its low-metastatic parental clone, NCI-
H460-N15 (herein called N15) [3-8].
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Comprehensive analysis of protein expression patterns in
biological materials may improve understanding of the
molecular complexities of human diseases, and could be useful
to detect diagnostic or predictive protein expression patterns
that reflect clinical features. We previously employed Matrix-
assisted laser desorption/ionization mass spectrometry (MALDI
MS) for expression profiling of proteins in human lung cancer
specimens and found that the resultant proteomic patterns
could predict various clinical features [9,10]. We have
employed quantitative proteomic analysis with the use of a
peptide tagging technology, isobaric tags for relative and
absolute quantification (iTRAQ), in order to obtain mechanistic
insight into metastasis in human lung cancer [11]. However,
only limited number of studies in the area of pancreatic cancer
research have exploited this high-throughput method, and
various proteins thus far identified as differentially expressed
during the development of pancreatic cancer have not been
studied in detail -in order to gain molecular insight into the
aggressive nature of this devastating cancer with frequent
massive invasion and distant metastasis [12,13].

In the present study, we searched for proteins differentially
expressed between cancerous and normal pancreatic duct
epithelium through proteomic profiling with iTRAQ, which
resulted in the identification of high expression of
dihydropyrimidinase-like 3 (DPYSL3) in human pancreatic
cancer. We also report detailed functional characterizations of
DPYSL3 in relation to cancer cell proliferation, invasion, and
metastasis by applying a combined proteomic approach with
the aid of multiple reaction monitoring (MRM) technology.

Results

Identification of differentially expressed DPYSL3 in
pancreatic ductal adenocarcinoma

We compared the protein profiles between a set of 7
individual fresh-frozen pancreatic ductal adenocarcinoma
(PDAC) specimens and a mixture of 3 pooled normal main
pancreatic duct (MPD) tissue specimens using mass
spectrometry combined with iTRAQ peptide tagging
technology, and identified 1015 proteins (Figure 1A and Table
S3). For each patient, we selected proteins based on the
relative expression in PDAC tissue as compared with pooled
MPD that was greater than the average ratio +2 SD, then
evaluated the frequency of the selected proteins in the 7 PDAC
patients. Accordingly, we found 19 up-regulated proteins that
were selected in at least 2 specimens (Table 1). Among those,
up-regulation of dihydropyrimidinase-related protein 3
(DPYSL3), histone H2B type 1-J (H2BJ), and glutathione S-
transferase P1 (GSTP1) was observed in all 7 of the PDAC
specimens (Figure 1B). Up-regulation of H2BJ and GSTP1 is
considered to reflect a higher rate of PDAC cell division
[15,16] . However, the functional relationship between the
characteristics of PDAC and dihydropyrimidinase is unclear.
Accordingly, we initially employed western blotting to verify the
proteomic data using an independent validation set of PDAC
tissue specimens. Expression of DPYSL3 protein was
observed in 16 of 22 (77.7%) PDAC tissues, whereas signal of
DPYSL3 was not confirmed in the 3 MPD specimens that

PLOS ONE | www.plosone.org

Characterization of DPYSL3 in Pancreatic Cancer

comprised an independent validation cohort in western blotting
(Figure 2 and Table S2). Since mass spectrometric analyses
sometimes show higher sensitivity than western blot analyses
depending upon specificity and sensitivity of antibody used,
though the signal from DPYSL3 were confirmed in 3 pooled
MPD in MS profiling, we could not detect it in all of 3 MPD
specimens that comprised an independent validation cohort in
western blot analyses. Of note, three additional bands other
than wild-type DPYSL3 were observed in western blotting
analyses, thus we investigated the possibility that these bands
reflected modification of DPYSL3. DPYSL3-positive PDAC cell
lines (Figure 3A and Figure S1A) were treated with
phosphatase and a glycosylation inhibitor and subjected to
western blotting assay, however, no significant change was
observed (Figure S1B). Since we confirmed DPYSL3
expression in SU86.86 cells, which expresses one of additional
products, using MRM analyses with 6 different transitions
(Figure 3B and Figure S2), we understand that heterogeneous
bands observed in this cell line as well as PDAC tissue
specimens may be alternative splicing variants of DPYSL3. We
next employed Image J software to compare expression level
of DPYSL3 across PDAC patients, and divided them into two
groups, high-DPYSL3 and low-DPYSL3, according to DPYSL3/
B-actin ratio (Table S2). We conducted statistical analyses to
evaluate the significance of DPYSL3 expression in relation to
the listed clinical characteristics, however, no significant
association between DPYSL3 and clinical characteristics was
observed.

Involvement of DPYSL3 in pancreatic cancer cell
survival

Next, we examined whether DPYSL3 knockdown affects the
viability of pancreatic cancer cells. Since CFPAC-1 cells were
shown to highly express DPYSL3 protein and mRNA in
western blotting analysis and real-time RT-PCR, respectively,
as compared with immortalized normal pancreatic duct cells
(ACBRI515) (Figure 3A and Figure S1A), siDPYSL3 was
introduced into CFPAC-1 cells and an MTT assay was
employed to evaluate the effect of DPYSL3 knockdown. As
shown in Figure 3C, cell viability was significantly reduced by
addition of siDPYSL3 into DPYSL3-positive CFPAC-1 cells,
whereas the DPYSL3-negative MIA PaCa2 and PANC-1
pancreatic cancer cell lines did not show any such effect
(Figure S3). Introduction of 2 different siRNAs against DPYSL3
#1 and #2) showed similar inhibitory effects on cell
proliferation, demonstrating the specificity of siRNA-mediated
DPYSL3 knockdown (Figure 3C). Flow-cytometric analysis
revealed an increase in the sub-G1 population of CFPAC-1
cells after introduction of siDPYSL3, suggesting that the
induction of apoptosis is part of the mechanism for reduction of
cell viability (Figure 3D). Accordingly, we investigated
expressions of cleaved-PARP and -caspase-8 in siDPYSL3-
treated CFPAC-1 cells, and found that slight induction of these
cleaved products in siDPYSL3-treated adhering cells (Figure
3E). Since siDPYSL3-treated CFPAC-1 cells showed a
rounded morphology and many of the cells were detached from
the bottom of the culture dishes (Figure S4), we speculated
that DPYSL3-knockdown cells die after detachment. To
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Figure 1. Identification of differentially expressed DPYSL3
in pancreatic ductal adenocarcinoma. (A) Workflow for
identification of proteins differentially expressed between
pancreatic ductal adenocarcinoma and main pancreatic ductal
tissues. Protein Pilot is a program designed for maximizing
information obtained from iTRAQ tagging and MS/MS
quantification. (B) Spectra obtained from quantification (upper
panel) and MS/MS sequencing (lower panel) of representative
peptides from DPYSL3 using the Protein Pilot program. MPD,
main pancreatic duct; PDAC, pancreatic ductal
adenocarcinoma.

doi: 10.137 1/journal.pone.0079654.g001
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examine this, we employed flow cytometry (FCM) following
annexin V-FITC staining. Adhered cells were collected with or
without floating cells, then subjected to FCM assays. As shown
in Figure 3F, more frequent induction of apoptosis was
observed in adhered cells with floating cells treated with
siDPYSL3 as compared with the siControl-treated cells. We
also analyzed the number of floating cells treated with siControl
and siDPYSL3, and found that a much larger number was
detached from the bottoms of the dishes after treatment with
siDPYSL3 (Figure 3G, left panel). Furthermore, we analyzed
the frequency of annexin V-FITC stained cells among floating
cells treated with siDPYSL3. As shown in Figure 3G (right
panel), 60-70% of the siDPYSL3-treated floating cells were
positive for annexin V-FITC staining. These results showed that
the floating cells were originally viable and then died from
apoptosis.

DPYSL3 regulates cell adhesion, motility, and invasion
in pancreatic cancer cells

Since a dysfunction of cellular adhesion was observed in
pancreatic cancer cells treated with siDPYSL3, we further
examined the role of DPYSL3 in cell adhesion. Exogenous
expression of DPYSL3 in PANC-1 cells, which show no
endogenous expression of DPYSL3, increased the number of
cells adhered to fibronectin (Figure 4A). This finding prompted
us to investigate the characteristics of focal adhesion, which
consists of protein complexes including Integrin, focal adhesion
kinase (FAK) and adaptor proteins such as Vinculin and Talin1
(TLN1). As shown in Figure 4B, exogenous expression of
DPYSL3 in PANC-1 cells promoted formation of larger areas of
focal adhesion as compared with the vector control, supporting
the notion that DPYSL3 is a regulatory molecule of cellular
adhesion. Since focal adhesion is known to regulate cell
migration, we next investigated the role of DPYSL3 in
pancreatic cancer cell migration and found acquisition of the
enhanced motile phenotype in DPYSL3-introduced PANC-1
cells in vitro, as shown by a motility assay (Figure 4C) as well
as a matrigel invasion assay (Figure 4D). We further evaluated
the effects of DPYSL3 on metastasis using a DPYSL3-positive
pancreatic cancer cell line, CFPAC-1. CFPAC-1 cells were
treated with siDPYSL3 for 24 hours, then injected into the tail
vein of mice, which showed significantly reduced experimental
lung metastasis at 48 hours after injection (Figure 4E and 4F).
We also evaluated the effects of DPYSL3 on metastasis using
a DPYSL3-positive highly metastatic lung cancer cell line, NCI-
H460-LNM35, which we previously generated through in vivo
selection [8]. NCI-H460-LMN35 cells were treated with
siDPYSL3 for 24 hours, then subjected to a matrigel invasion
assay as well as an experimental metastasis assay, which
showed significantly reduced the metastatic ability (Figure S5).

DPYSL3 interacts with Ezrin and regulates stability of
adhesion complex

Our observations revealed that DPYSL3 regulated the
adhesion and migration abilities of pancreatic cancer cells in
vitro as well as metastasis in vivo. In order to gain insight into
the molecular function of DPYSL3, we employed in vitro
protein-protein binding assays, followed by comprehensive

December 2013 | Volume 8 | Issue 12 | e79654

-47 -



-8V-

B0 0uosojd'mmwm | INO SO1d

#G96.20 | ZL enss| | g swnjoA | £10z JaquiaoeQ

Table 1. Result from protein expression profiling of patients with pancreatic cancer in the discovery cohort.

Accession # Name Peptides(95%) PDAC119/3MPD PDAC120/3MPD PDAC122/3MPD PDAC123/3MPD PDAC136/3MPD PDAC138/3MPD PDAC139/3MPD
1PI00872788 - DPYSL3 4 5.8236 4.0091 4.8231 4.213 4.875 3.6861 3.6631
1P100515061 HIST1H2BJ 9 6.3658 5.1424 9.2206 5.9593 8.2686 6.5239 6.3418
IPI00219757 - ‘GSTP1 5 5.2444 6.9614 5.863 3.408 3.6595 7.7206 7.011
IP100012011 CFL1 4 4.1628 3.1135 3.4594 4.0643 3.3542 4.618 4.9594
IPi0D552873 . HIST1H2AL 5 48203 5.241 3.267 22544 3.1102 5.5493 5.2892
IP100018146 14-3-3 protein theta 5 1.5423 1.3871 2.2262 5.2277 5.2819 3.7495 5.7482
1PI00023006 ACTC1 31 4.2578 4.3199 2.4028 3.1467 27104 12,315 7.8559
1P100021263 14-3-3 protein zeta/delta 7 2.642 26519 3.3913 31726 2.8626 4.0071 3.8538
1PI00647915 TAGLN2 7 4.0373 3.2737 3.0549 2311 3.6478 4.2864 4.0487
1P100217465 HIST1H1C 6 2.5444 2.149 4.4859 3.952 3.019 1.5961 1.829
IPI00645452 TUBB 9 3.3303 4.1586 2.3707 2.5416 4.2104 3.2809 2.3754
IPI00927101 RPSAP15 3 3.0867 1.7409 3.2011 3.4315 3.9153 3.1611 2.9445
1PID0553177  SERPINA1 6 2.8568 3.9234 3.3977 4.8721 3.5474 3.5953 3.3685
IPI00479186 PKM2 23 2.4052 1.9882 1.7363 2.0183 2.3442 3.9284 3.8285
1P100027463 S100A6 3 2.0807 3.1992 2.2405 1.0219 1.6851 4.8025 3.9427
IPI00171611 HIST2H3A 4 1.7747 1.5673 1.2974 1.9209 2.9463 3.8263 3.9559
1PI00910262 POSTN 8 2.2295 20182 1.7284 1.0481 2.9901 3.8061 4.316
{PI00306959 KRT7 12 1.5053 2.093 2.2755 0.7767 0.9113 5.0483 4.3531
1PI00013808 ACTN4 18 1.6111 1.828 1.484 1.2117 1.592 8.6536 5.8044

Value shows relative expression ratio of each protein in PDAC patients compared to MPD. Value written in bold is greater than average + 2SD in protein expression profile of each PDAC specimen.
doi: 10.1371/journal.pone.0079654.t001
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Figure 2. Verification of proteomic data by western blot
analyses using independent PDAC tissue
specimens. DPYSL3 protein expression in human PDAC
tissues not used for the discovery phase with iTRAQ tagging
and MS/MS quantification was analyzed by western blotting.
MPD, main pancreatic duct; PDAC, pancreatic ductal
adenocarcinoma. *Alternative  transcriptional variant of
DPYSL3.

doi: 10.137 1/journal.pone.0079654.g002

protein profiling using mass spectrometry (Figure S6A). A total
of 17 proteins in the lysate of CFPAC-1 cells were found to be
candidate molecules that interact with DPYSL3 (Table S4). To
evaluate the significance of their interactions with DPYSL3, we
further employed MRM analyses for precise quantification of
the concentrations of the proteins of interest in the eluate from
the GST-tagged DPYSL3-affinity column as well as from the
purified GST-affinity column (Table S4). Consequently, Ezrin
(EZR), a cytoplasmic peripheral membrane protein that is
known to play a key role in cell surface structure adhesion and
migration via activation of FAK and c-Src in the adhesion
complex [17-19], was found at higher level in the eluate from
the DPYSL3-affinity column, to which the CFPAC-1 cell lysate
was applied, than in the eluate from the purified GST-affinity
column (Figure 5A and Figure S6B). While a neuroblast
differentiation-associated protein (AHNK) (Figure 5B), as well
as Vimentin and Lamin-A were also found at higher level in the
eluate from the DPYSL3-affinity column, rest of the candidates
were not detected in the eluate from the DPYSL3-affinity
column (Figure S6C). Since candidate DPYSL3 interacting

PLOS ONE | www.plosone.org
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Figure 3. Involvement of DPYSL3 in pancreatic cancer cell
survival. (A) DPYSL3 protein expression in human pancreatic
cancer cell lines was analyzed by western blotting. B-actin was
used as a loading control. (B) MRM analyses using two
established transitions revealed that DPYSL3 existed in a
SUB6.86 cell line. (C) siDPYSL3 treatment induced significant
growth inhibition of a CFPAC-1 pancreatic cancer cell line that
highly expressed DPYSL3 (left panel). Western blotting
showed that DPYSL3 expression was efficiently knocked down
by treatment with siDPYSL3. Two different siDPYSL3 proteins
(#1 and #2) were used to clarify the specificity of the effect of
siRNA-mediated DPYSL3 knockdown. Data are shown as the
mean + SD (n=3). *p <0.002 versus siControl, **p <0.001
versus siControl (Student’s t test). (D) Flow-cytometric analysis
showed an increase in the sub-G1 population of CFPAC-1 cells
after introduction of siDPYSL3. (E) Western blot analysis
showed increased expression of cleaved-PARP and -
caspase-8 in siDPYSL3-treated CFPAC-1 cells. (F) Flow-
cytometric analysis combined with immunofluorescent staining
using annexin V-FITC showed an increase in apoptotic cell
death of CFPAC-1 cells after introduction of siDPYSL3. Data
are shown as the mean x SD (n=3). *p <0.001 versus siControl
(Student's t test). (G) siDPYSL3 treatment induced
dysfunctions in cellular adhesion and apoptotic cell death.
Floating cells were collected from condition media and the
number of cells were counted (left panel). Floating cells were
also subjected to flow-cytometric analysis combined with
immunofluorescent staining using annexin V-FITC showed a
significant increase in apoptotic cell death among detached
CFPAC-1 cells after introduction of siDPYSL3. Data are shown
as the mean + SD (n=3). *p <0.001 versus siControl (Student's
t test).

doi: 10.137 1/journal.pone.0079654.g003
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Figure 4. DPYSL3 regulates cell adhesion, motility, and
invasion abilities of pancreatic cancer cells. (A)
Overexpression of DPYSL3 in PANC-1 cells, which initially
showed no expression of DPYSL3, increased the number of
cells to adhered fibronectin. Data are shown as the mean + SD
(n=3). DPYSL3 #1 and #2, stable transfectants of DPYSL3 in
PANC-1cells; VC #1 and #2, stable transfectants of empty
vector in PANC-1cells; *p <0.001 vs. average of VC (Student’s
t test). (B) Immunofluorescence staining of vinculin in DPYSL3-
expressing PANC-1 cells. Scale bar = 10 ym. Exogenous
expression of DPYSL3 in Panc-1 cells promoted formation of
larger focal adhesions (arrow heads) as compared with the
vector control, supporting the notion that DPYSL3 is the
regulatory molecule of cellular adhesion. (C and D) Acquisition
of a motile phenotype in DPYSL3-expressing PANC-1 cells
was clearly demonstrated by results of a motility assay (C) as
well as those of a matrigel invasion assay (D). Data are shown
as the mean £ SD (n=5). *p <0.001 vs. average of VC, **p
<0.016 vs. average of VC (Student’s t test). (E) Experimental
metastasis assay of CFPAC-1 cells knocked down for DPYSL3
with siDPYSL3 #1 (five mice per treatment). Five thin slices
were obtained from each mouse lung specimen and images
(x20) of each slice were obtained. The number of fluorescent-
positive cancer cells was counted and determined for each
mouse, then the average value for each treatment was
calculated. Bars show the mean + SD. *p <0.001 vs. average of
siControl (Student’s t test). (F) Representative fluorescence
images of perfusion-resistant cells. Cells were stained with
calcein. Magnified fluorescence images (middle panel) and
phase contrast micrographs (lower panel) are shown. Scale
bars indicate 50 um.

doi: 10.1371/journal.pone.0078654.g004
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proteins, identified from proteomic analyses using the GST-
tagged DPYSL3 affinity column, may contain non-specific GST
tag interacting proteins, we further examined the interaction
between DPYSL3 and EZR in PANC-1 cells stably transfected
with myc-tagged DPYSL3 using immunoprecipitation-western
blot (IP-WB) analysis. As shown in Figure 5C, we confirmed a
clear interaction between DPYSL3 and EZR using the anti-
myc-tag antibody targeting myc-tagged DPYSL3, which
showed that this interaction was specific. Since EZR is crucially
involved in formation of an adhesion complex thought to play
an important role in development of the metastatic phenotype,
we investigated whether DPYSL3 participates in that adhesion
complex. We observed that constituents of the adhesion
complex, such as FAK, TLN1 and c¢-Src, were co-
immunoprecipitated with DPYSL3 (Figure 5C). Reciprocally, IP-
WB analysis using the anti-EZR antibody for IP showed that
exogenous expression of DPYSL3 in PANC-1 cells stabilized
the interaction between EZR and constituents of the adhesion
complex (Figure 5D). Therefore, our results strongly suggest
that DPYSL3 is included in the adhesion complex and
stabilizes its formation.

Lastly, we investigated the effects of DPYSL3 expression on
tyrosine phosphorylation of EZR (Y145), which is known to be
involved in the regulation of cell adhesion, spreading, and
proliferation [19]. We consequently observed a reduction of
phosphorylation of EZR (Y145) in response to DPYSL3
knockdown in CFPAC-1 cells (Figure 5E, left panel).
Conversely, exogenous overexpression of DPYSL3 increased
the level of phosphorylated-EZR (Y145) in PANC-1 cells with
low DPYSL3 expression (Figure 5E, middie panel). c-Src is a
kinase known to be responsible for phosphorylation of the
Y145 site on EZR, and phosphorylated EZR (Y145) in tumn
plays a role in maintenance of activated phosphorylation of c-
Src at the Y416 residue [19]. We therefore analyzed the level
of phosphorylation of c-Src (Y416) in siDPYSL3-treated
CFPAC-1 cells as well as in stable transfectants of PANC-1
cells expressing exogenous DPYSL3. As shown in Figure 5E
(left panel), DPYSL3 knockdown resulted in reduced
phosphorylation of c-Src (Y418) in CFPAC-1 cells, while
exogenous expression of DPYSL3 upregulated the level of
phosphorylation of c-Src (Y416) in PANC-1 cells (Figure 5D,
middle panel). For further confirmation, we treated PANC-1
cells stably expressing exogenous DPYSL3 with siDPYSL3
and observed that induction of phosphorylated-c-Src (Y416)
was cancelled by knockdown of DPYSL3 (Figure 5E, right
panel). Taken together, the present findings indicate that
DPYSL3 highly expressed in PDAC interacts with EZR and
promotes phosphorylations of EZR and c-Src via interaction
with EZR as well as with constituents of the adhesion complex.
Furthermore, this stabilization of the adhesion complex confers
increased adhesion, motility, and invasion abilities to
pancreatic cancer cells, which characteristically exhibit highly
metastatic phenotypes.

Discussion

A major challenge in the management of PDAC patients is
the nearly inevitable occurrence of tumor metastasis, even in
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Figure 5. DPYSL3 interacts with EZR and regulates
stability of adhesion complex. (A and B) MRM analyses
revealed that EZR and AHNK were deteted at higher level in
the eluate from the DPYSL3-affinity column to which the
CFPAC-1 cell lysate was applied. Eluate samples from the
affinity columns were subjected to MRM analysis using an
established transition protocol for detection of EZR and AHNK.
A clear signal of EZR was observed in that from the DPYSL3-
GST-affinity column (A, upper panel). A clear signal of AHNK
was observed in that from the DPYSL3-GST-affinity column (B,
upper panel). The X-axis shows retention time and y axis signal
intensity of the detected products, which reflect the amounts of
the peptides of interest. DPYSL3-GST (+), a lysate of Sf9 celis
expressing GST-DPYSL3, was applied to glutathione beads;
GST, a lysate of Sf9 celis together with purified GST protein,
was applied to glutathione beads; CFPAC (+), a lysate of
CFPAC-1 cells, was applied to the column. (C) IP-WB analyses
using the anti-c-myc antibody for IP in stably DPYSL3-myc
transfected PANC-1 cells revealed a clear interaction between
DPYSL3 and EZR. FAK, TLN1, and c-Src, constituents of the
adhesion complex, were also co-precipitated with DPYSL3. (D)
IP-WB analysis using the anti-EZR antibody for IP showed that
exogenous expression of DPYSL3 in Panc-1 cells stabilized
the interactions between EZR and constituents of the adhesion
complex. (E) Western blot analysis showed reduction of
phosphorylation of EZR Y145 and c-Src Y416 in CFPAC-1
cells by DPYSL3 knockdown (left panel). Conversely,
exogenous expression of DPYSL3 increased the levels of
phosphorylated EZR Y145 and c-Src Y416 in PANC-1 cells
(middle panel), while those effects were abrogated by
simultaneous treatment with siDPYSL3 (right panel).

doi: 10.1371/journal pone.0079654.9005
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those who are considered to have undergone successful
surgical resection. Tumor cells coordinate increased
expression levels of metastasis-related genes, which promote
cell adhesion, motility, and invasion [20]. The advent of mass
spectrometry-based proteomic profiling, in which the
expressions of hundreds of proteins can be simultaneously
assessed, has greatly facilitated dissection of this process for
better understanding of the pathophysiology of PDAC
metastasis [11,21]. In the present study, we employed
proteomic technologies combining mass spectrometry and
peptide tagging to identify a set of proteins whose expression is
associated with PDAC tumorigenesis, and identified DPYSL3
as a novel candidate protein. We further demonstrated that
DPYSL3 regulates cancer cell migration and adhesion in vitro
as well as metastasis in vivo, and plays an important role in
formation of the adhesion complex. Although we clearly
showed that functional significance of DPYSL3 in PDAC cells,
it is possible that the expression of DPYSL3 occurs in tumor
stroma cells or connective tissue with some functional
relevance in tumor biology.

DPYSL3 is a member of the DPYSL family of cytosolic
phosphoproteins, which mediates semaphorin/collapsin-
induced growth cone collapse, and are also involved in axonal
guidance and neuronal differentiation [22-24]. During the
previous decade, 5 members of the DPYSL gene family
(DPYSL1 to 5) encoding closely related 60-66 kDa proteins
were isolated [25,26]. However, little is known about the
functional significance of the DPYSL family in human
malignancies. A previous study reported that DPYSL1 is an
invasion suppressor and correlates with clinical outcomes in
non-small-cell lung cancer, though the underlying molecular
mechanisms of how DPYSL1 regulates the process of cancer
metastasis have not been elucidated in detail [27,28].
Interestingly, we found that all three DPYSL3 positive PDAC
cell lines were originated from liver metastasis (Capan-1,
CFPAC-1 and SU86.86) in the western blotting assays, while
Hs766T, originated from lymph node metastasis, does not
express DPYSL3. On the other hand the expression of
DPYSL3 was not detected in three cell lines originated from
primary tumor (MIA PaCa-2, PANC-1 and SW 1990). These
results are considered to support the notion that DPYSL3 plays
a role in PDAC cell metastasis. In addition, DPYSL3 at 5932
was recently found to correspond to 1 of 3 additional lung
cancer susceptibility loci in a genome-wide association study
[29], suggesting the possibility that DPYSL3 may be involved in
development of lung cancer. It should also be noted that the
molecular function of DPYSL3 in connection with cellular
adhesion or stabilization of the adhesion complex has yet to be
reported.

EZR is a cytoplasmic peripheral membrane protein that
functions as a substrate of protein-tyrosine kinases, and also
plays key roles in cellular adhesion and migration in the
adhesion complex via activation of FAK and c-Src [17,18].
Phosphorylation is a crucial mechanism that regulates the
function of EZR, with c-Src known to phosphorylate the Y145
site on EZR, while phosphorylated EZR (Y145) in turn
maintains the activating phosphorylation of c-Src at Y416
residue, making cells active for adhesion, spreading, and
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proliferation [19]. In the present study, we found that the levels
of phosphorylation of EZR and ¢-Src are regulated by DPYSL3
in pancreatic cancer cells. In addition, the interaction between
DPYSL3 and EZR was shown to play a role in stabilization of
the adhesion complex that includes c-Src, FAK, and TLN1. Our
findings suggest the possible existence of interplay among
components of the focal adhesion complex, in which DPYSL3
is crucially involved, and regulates the adhesion and migration
of pancreatic cancer cells. It is also of note that DPYSL3
contains a number of consensus phosphorylation sites that
may serve as substrates for signaling molecules, such as Cdk,
protein kinase C, and proline-directed kinases [23]. Therefore,
it would be interesting to elucidate the detailed signaling
pathway(s) leading to phosphorylation of DPYSL3 as well as
the functional significance of that phosphorylation in the
adhesion and migration processes of pancreatic cancer cells.

In the present study, we have shown that the expression of
DPYSL3 protein is up-regulated in PDAC using combined
proteomic approaches. Given that it has important roles in
regulation of motile phenotype of pancreatic cancer cells,
DPYSL3 may be an excellent candidate for anti-metastasis
therapeutic strategies, which may ultimately lead to a reduction
in the large number of deaths caused by this devastating
disease.

Methods

Cell lines, pancreatic cancer tissues, protein extraction

MIA PaCa-2, PANC-1, SW 1990, CFPAC-1, SU86.86 and
Hs766T (human pancreatic cancer cell lines) were purchased
from ATCC and maintained in DMEM/10% fetal bovine serum
(FBS). Capan-1 (human pancreatic cancer cells) was
purchased from ATCC and cultured in IMDM/20% FBS, while
ACBRI515 (human pancreatic epithelial cells) was purchased
from Cell Systems (Kirkland, WA) and maintained in CS-C
medium, which was changed to DMEM/10% FBS 48 hours
before analysis. ATCC provided molecular authentication in
support of their cell lines.

Tumor and normal main pancreatic ductal tissues (MPD)
were collected from patients histologically diagnosed with
primary pancreatic ductal adenocarcinoma (PDAC), and who
underwent potentially curative resection at Nagoya University
Hospital between February 2005 and October 2006. Staging
was determined after pathologic evaluation of resected
specimens according to the International System for Staging
Pancreatic Cancer (Table S1 and S2). All tissues were quickly
frozen in liquid nitrogen and stored at -80°C until analysis. All
specimens were processed in the same manner. Similarly to
the method we usually take for transcriptome analysis [3,5] ,
protein was isolated from frozen tissues of the tumor and
normal MPD specimens, which were subjected to gross
microdissection using 10-um sections cut from frozen tissue
samples on a cryostat at —~20°C under the guidance of Giemsa
staining to reduce contamination of the fibrotic areas and
connective tissues using T-PER reagent (Pierce, Rockford, IL),
according to the manufacturer's instructions. Quantities were
checked using a Lowry assay (BioRad, Hercules, CA).
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Ethics Statement

Approval from Nagoya University Hospital institutional review
board and written informed consent from each patient were
obtained. All animal experiments were approved by the
Committee on the Ethics of Animal Experiments, Nagoya
University Graduate School of Medicine, Japan.

Mass spectrometry analysis of iTRAQ discovery
analyses

An overview of the workflow for the discovery phase is
shown in Figure 1A. For iTRAQ labeling, 100 ug of protein
extracted from the human resected tissues or cells were
reduced, alkylated, and digested with trypsin according to the
manufacturer's instructions (Applied Biosystems Inc., Foster
city, CA). For discovery analyses, digested protein prepared
from each sample was labeled with the iTRAQ reagent, then
labeled samples were pooled and washed according to the
manufacturer’s instructions (Applied Biosystems Inc.).

Two-dimensional peptide fractionation was performed with a
DiNa Direct Nano-flow LC system (KYA Technologies, Tokyo,
Japan) using a strong cation exchange (SCX) column [HiQ sil
SCX, 0.5-mm inside diameter (i.d.) x 35 mm}, a reverse-phase
(RP) trap column (HiQ Sil C18-3, 0.8-mm i.d. x 3 mm), and an
RP analytical column (HiQ Sil C18-3 Gradient, 0.15-mm i.d. x
50 mm). Peptides trapped on the SCX column were eluted by
injection of ammonium-formate (AF) buffer (pH 3.0, containing
2% acetonitrile) at various concentrations (10, 30, 50, 80, 100,
150, 200, 300, 500 mM). The eluate from each injection of AF
buffer was directly subjected to the trap column and
sequentially to the analytical column using a gradient of 0-50%
solvent B in solvent A over a period of 125 minutes [solvent A:
0.1% formic acid (FA), 2% acetonitrile; solvent D: 0.1% FA,
70% acetonitrile), then 50-100% solvent B for 10 minutes at a
flow rate 200 ni/minute. The RP column eluate was analyzed
using a Q-STAR ELITE mass spectrometer (Applied
Biosystems Inc.) in information-dependent acquisition (IDA)
mode with the scan cycles set to perform a 1-second MS scan
followed by 3 MS/MS scans for 2 seconds each. The
acquisition method was set to allow 1 repetition at any m/z,
followed by dynamic exclusion for a period of 60 seconds.
Relative protein abundance was determined using the results
of MS/MS scans of the iTRAQ-labeled peptides. iTRAQ-labeled
peptides were fragmented under collision-induced dissociation
(CID) conditions to give fragment ions the sequence
information for the peptide and reporter ions. Thus, the identity
of the protein from which the peptide was analyzed was
confirmed and the ratios of the peak areas of the iTRAQ
reporter ions used to compare the relative abundance of the
protein identified in the sample.

The sofiware packages used for data acquisition and
analysis were Analyst 1.1 and Protein Pilot 4.0, respectively.
We searched the Ref-Seq human database provided by NCBI.
The confidence score, based on a Protein Pilot generated
value, was used to evaluate the quality of the sequence of the
identified peptide. For each patient, we selected proteins based
on the relative expression in PDAC tissue as compared with
pooled MPD that was greater than the average ratio +2 SD,
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then evaluated the frequency of the selected proteins in the 7
PDAC patients.

Antibodies

Anti-DPYSL3 was purchased from Millipore (Billerica, MA),
pY397-FAK from Abcam (Cambridge, MA), anti-PARP, anti-
caspase-8, and anti-Erk from Cell Signaling Technology
(Beverly, MA), anti-Lamin and anti-c-myc from Santa Cruz
Biotechnology (Santa Cruz, CA), and anti-a-tubulin, anti-B-
actin, anti-vinculin, and agarose-conjugated anti-c-myc from
Sigma-Aldrich (St Louis, MO).

Plasmid construction and transfection, and
establishment of stable clones

The full length DPYSL3 open reading frame (IMAGE clone
6177053) was obtained from Invitrogen (Carlsberg, CA) and a
4710-bp EcoRI fragment containing the entire coding sequence
of DPYSL3 was cloned into pcDNA3 (pcDNA3-DPYSL3). For
construction of myc-tagged DPYSL3, a 2052-bp open reading
frame was amplified using myc-tag containing a primer and the
resultant product was cloned into pcDNA3 (pcDNA3-myc-
DPYSL3). Sequence confirmation was conducted thoroughly.
PANC-1 cells were ftransfected with pcDNA3-DPYSL3 or
pcDNA3 plasmid using Fugene 6 reagent (Roche, Alameda,
CA), according to the manufacturer’s instructions, and selected
with the aid of 600 pg/mi of neomycin for 2 weeks to establish
stable clones (PANC-1-DPYSL3 #1 and #2, and Panc-1-VC #1
and #2). PANC-1 cells were also transfected with a pcDNA3-
DPYSL3-myc or pcDNA3-myc plasmid using Fugene 6
reagent, then selected with the aid of 600 ug/ml of neomycin
for 2 weeks to establish stable clones (PANC-1-DPYSL3-myc,
PANC-1-VC-myc). The expression of DPYSL3 was confirmed
based on western blotting findings.

Western blot analysis, colorimetric analysis, and flow
cytometric analysis

At 24 hours before transfection of siRNAs, 1x10° of
CFPAC-1 celils were plated. Knockdown of DPYSL3 was
carried out by transfection of 20 nM of siRNA targeting
DPYSL3 (two Mission siRNAs: SASI_Hs01_00065697 and
SASI_Hs01_00065698, Sigma-Aldrich, St Louis, MO) using
RNAi-MAX (invitrogen), according to the manufacturer's
instructions, with culture media replaced at 24 hours after
transfection. Cells were harvested with SDS-sample buffer at
96 hours after transfection and subjected to western blot
analysis, and the numbers of viable cells were determined with
TetraColor One (Seikagaku, Tokyo, Japan) at 48 hours after
transfection. Lysates from CFPAC-1 and SU86.86 cells were
treated with 0.2 unit/pl of alkaline phosphatase (TAKARA BIO
Inc., Shiga, Japan) for 30 minutes at 37°C. CFPAC-1 and
SU86.86 cells were treated with 0.1ug/ml of tunicamycin
(glycosylation inhibitor, SIGMA-Aldrich) for 8 hours and then
harvested with SDS-sample buffer. Total cell lysates (10 pg)
were separated using SDS-PAGE and transferred to
membranes. Western blotting resuits were quantitated using
Image J  software (http://rsb.info.nih.gov/ij/index.html),
according to the instructions. The ratio of expressions of
DPYSL3 and B-actin was calculated, then used for comparison
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of the expression level of DPYSL3 in PDAC patients. Those
patients with a ratio higher than average were determined to be
high expressers. For flow cytometric analysis, transfected cells
were harvested using 0.5% NP-40 at 48 hours after
transfection, then cell nuclei were stained with propidium iodide
(Sigma-Aldrich) and celiular DNA contents measured using a
FACScalibur flow cytometer equipped with the CELLQuest
program (BD Biosciences, Bedford, MA). Analyses of induction
of apoptosis were conducted using an annexin V-FITC staining
kit (BD Biosciences). Attached and/or floating cells were
collected at 48 hours after transfection, and stained with
annexin V-FITC, following the manufacturer's instructions. At
least 3 independent experiments using colorimetric and flow
cytometric assays were performed.

Adhesion assay

Cells were serum-starved overnight, then resuspended in
serum-free DMEM/0.1% BSA and incubated in suspension for
3 hours at 37°C. Six-well plates were coated with 10 pg/mi
fibronectin/PBS overnight at room temperature, then washed
twice and dried. Next, 3x10* of Panc-1-DPYSL3 or -VC cells
were seeded onto the plates and incubated for 1 hour at 37°C
in a CO, incubator. The plates were shaken for 60 seconds at
60 rpm twice, and floating cells were removed using 2 wash
cycles with PBS. Adherent cells were collected and counted
using a Coulter Counter, or lysed with SDS-sample buffer for
western blot analysis. Three independent experiments were
performed in triplicate.

Quantitative real-time RT-PCR

Total RNA samples were prepared from MIA PaCa-2,
PANC-1, SW 1990, Capan-1, CFPAC-1, SU86.86, Hs766T and
ACBRI515 using an RNeasy Mini Kit (QIAGEN, Valencia, CA).
Complementary DNA samples were prepared using a High-
Capacity cDNA Reverse Transcription Kit (Applied Biosystems
Inc.). A TagMan PCR assay was also performed to quantify
DPYSL3 mRNA expression using commercially available
FAM™-labeled probes for DPYSL3 and VIC™-labeled probes
for 18S, according to the manufacturer’s instructions. Ct values
for DPYSL3 were normalized to those of 18S (ACt). The
average AACt values were then calculated after normalization
to the ACt value obtained at time point 0.

Immunofluorescence analysis

Panc-1-DPYSL3 or -VC cells (4x 10%) were transferred to
cover glasses coated with fibronectin (5 pg/mi PBS), and
cultured for 12 hours. The cells were fixed in 3.7%
formaldehyde for 10 minutes, treated with PBS containing 0.3%
Triton X-100 for 5 minutes, and incubated with anti-vinculin
antibody for 1 hour at room temperature. Cells were then
washed 3 times with PBS, incubated for 1 hour with Alexa 488-
conjugated secondary antibody (Molecular Probes, Carlsberg,
CA), and analyzed using a fluorescent microscope.

In-vivo metastasis assay

An experimental metastasis assay following tail vein injection
of tumor cells was performed, essentially as described by [14].
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CFPAC-1 cells and NCI-H460-LNM35 cells were transfected
with either siControl or siDPYSL3 #1 as described above, then
the transfectants were labeled with calcein (BD Biosciences)
for one hour at 24 hours after siRNA transefection. Labeled
cells were collected and counted, and 1.0 x 10° cells in 0.1 ml
of PBS were injected into tail veins of 6-week-old female SCID
mice. Two days after injection, the mice were euthanized, then
6ml of PBS was injected into the right ventricle for perfusion of
the lung microvasculature. The perfused lungs were embedded
in OCT (Sakura), sectioned (thickness 10 mm) with a Leica
CM3050 (Leica Microsystems), and fixed using Fluoromount.
Perfusion-resistant cells were determined by direct counting in
the sections using an A1 Rsi confocal microscope. Five thin
slices were obtained from each mouse lung specimen and
images (x20) of each slice were obtained. The number of
fluorescent-positive cancer cells was counted and determined
for each mouse, and then the average value for each treatment
was calculated.

Identification of DPYSL3 and DPYSL3-bound proteins
in pancreatic cancer cells

GST-tagged DPYSL3 proteins were expressed in Sf9 insect
cells using a Gateway system (Invitrogen), according to the
manufacturer's instructions. GST-tagged DPYSL3 proteins
were purified using glutathione-sepharose (GE Healthcare,
Waukesha, W), then mixed with a protein extract from
CFPAC-1 cells. DPYSL3-bounded proteins were eluted by
addition of 2 mM of glutathione, and reduced, alkylated, and
digested with trypsin according to the manufacturer's
instructions (Applied Biosystems Inc.). Further peptide
sequence analyses were conducted by mass spectrometry
(Thermo Fisher Scientific, Waltham, MA). Transitions for MRM
analyses were created with MRM pilot v2.0 according to the
manufacturer’s instructions (Applied Biosystems Inc.) using
peptide information obtained from sequence analyses of
candidate DPYSL3-bounded proteins. An MRM run was
performed for the predetermined transitions using a 4000 Q
TRAP hybrid triple quadrupoleflinear ion trap instrument (AB
Sciex, Foster City, CA) in MRM mode. Multiple peptides per
candidate protein (at least two peptides for each) and three
transition peptides were used. Aliquots (up to 10 ug) of freshly
prepared test (purified from a mixture of CFPAC-1 cell lysate,
GST-DPYSL3, and glutathione-beads) and negative control
(purified from a mixture of CFPAC-1 cell lysate, purified GST
protein, and glutathione-beads) samples as well as SU86.86
cell lysate were reduced, alkylated, and digested with trypsin
according to the manufacturer's instructions (Applied
Biosystems Inc.). Digested peptide samples were injected into
a reverse-phase (RP) trap column (HiQ Sil C18-3, 0.8-mm i.d.
x 3 mm) and then separated with an RP analytical column (HiQ
Sil C18-3 Gradient, 0.15-mm i.d. x 50 mm) using a gradient of
0-50% solvent B in solvent A over a period of 125 minutes
[solvent A: 0.1% formic acid (FA), 2% acetonitrile; solvent D:
0.1% FA, 70% acetonitrile) followed by 50-100% solvent B for
10 minutes at a flow rate 200 nl/minute. MRM transitions were
acquired at unit resolution in both Q1 and Q3 quadrupoles to
maximize specificity. The scan time was maintained at 50 ms
for each ftransition, and the pause time between transition
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scans was set to 5 ms. Once electrospray MS data were
collected, then the peaks were integrated using quantitation
procedures in the Analyst software 1.4.2 (Intelli-Quan
algorithm).

Immunoprecipitation and pulldown assay

After an overnight culture, 6x10° of Panc—1-p¢DNA3-
DPYSL3-myc or pcDNA3-myc cells were lysed in 1 ml of
NP-40 lysis buffer (20 mM Tris-HCI pH 8.0, 100 mM NaCl,
0.5% NP-40, 5 mM EDTA) supplemented with protease
inhibitor and centrifuged at 15,000 rpm at 4°C for 30 minutes.
Next, 300 pl of supernatant was transferred to new tubes and
incubated with the anti-Ezrin antibody overnight at 4°C. Protein
G-sepharose beads (GE Healthcare) were added to the
solutions and incubated for 2 hours at 4°C. Immunoprecipitates
were extensively washed 4 times and the eluted precipitates
were resolved using SDS-PAGE. For pull-down precipitation
assays, 300 pl of supernatant from the lysate of PANC-1-
pcDNA3-DPYSL3-myc or pcDNA3-myc cells was incubated
overnight at 4°C with 15 pl of agarose-conjugated anti-c-myc
antibody. Immunoprecipitates were extensively washed 4 times
and the eluted precipitates were resolved using SDS-PAGE.

Supporting Information

Figure S1. Detection of DPYSL3 transcripts by
quantitative real-time PCR and analyses of modification of
DPYSL3 protein western blot analyses in pancreatic
cancer cell lines. (A) Total RNA samples were extracted from
each cells. Complementary DNA samples were prepared using
a High-Capacity cDNA Reverse Transcription Kit (Applied
Biosystems Inc.) were subjected using TagMan probe (Applied
Biosystems Inc.). Value of ACBRI515, normal pancreatic cell
line, set as 1. Error bars denote SD. (B) Lysates from CFPAC-1
and SUB86.86 cells were treated with 0.2 unit/ul of alkaline
phosphatase for 30 minutes at 37°C. CFPAC-1 and SU86.86
cells were treated with 0.1ug/ml of tunicamycin (glycosylation
inhibitor) for 8 hours and then harvested with SDS-sample
buffer. Total cell lysates were separated using SDS-PAGE and
transferred to membranes.

(TIF)

Figure S2. DPYSL3 protein expression in SU86.86
pancreatic cancer cell lines. MRM analyses using four
additional transitions revealed that DPYSL3 existed in a
SU86.86 cell line. SUB6.86 cell lysates were reduced,
alkylated, and digested with trypsin and the analyzed by a 4000
Q TRAP hybrid triple quadrupole/linear ion trap instrument.
(TIF)

Figure 83. siDPYSL3 treatment in DPYSL3 negative
pancreatic cancer cell lines, MIA PaCa-2 and PANC-1.
siRNA against DPYSL3 showed no effect on cell viability. Data
are shown as the mean £ SD (n=3).

(TIF)
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Figure S4. DPYSL3 knockdown reduces cell adhesion of
pancreatic cancer cell line, CFPAC-1. Phase contrast
micrographs of CFPAC-1 pancreatic cancer cell linesobtained
3 days after siRNA transfection. Marked number of cells were
detached from bottom of dish. Lower panels are magnified
images of those in upper panel. Arrow head, representative
floating cells. Arrow, attached cells. Scale bar, 50 ym.

(TIF)

Figure S5. DPYSL3 expression in NCI-H460-LNM35 cells.
(A) Higher expression of DPYSL3 was observed in highly
metastatic NCI-H460-LNM35 compared to low metastatic
parental cell line, NCI-H460-N15. (B) Treatment with siDPYSL3
markedly reduced expression of DPYSL3 . (C) Introduction of
siDPYSL3 markedly reduced migration ability in NCI-H460-
LNM35 cells. Lower panels show magnified images. (D)
Experimental metastasis assay of NCI-H460-LNM35 cells
knocked down for DPYSL3 with siDPYSL3 #1 (five mice per
treatment). Five thin slices were obtained from lung specimen
of each mouse and x20 image was obtained from each slice.
The number of fluorescent label positive cancer cells were
counted and average value was calculated in each mice. Data
are shown as the mean = SD (n=5). *p < 0.001 versus
siControl as determined by Student’s t test. (E) Representative
fluorescence images of perfusion-resistant cells. Cells were
stained with calcein. Bars indicate 20 um.

(TIF)

Figure S6. Identification of binding partner of DPYSL3. (A)
Workflow for proteomic identification and confirmation of

References

1. Cancer  statistics.  Available:  http://ganjoho.jp/data/professional/
statistics/backnumber/2010/fig01.pdf. Accessed 2013 Oct 31.)

2. Giaccone G (2002) Clinical impact of novel treatment strategies.
Oncogene 21: 6970-6981. doi:10.1038/sj.onc.1205565. PubMed:
12362278.

3. Tomida S, Takeuchi T, Shimada Y, Arima C, Matsuo K et al. (2009)
Relapse-related molecular signature in lung adenocarcinomas identifies
patients with dismal prognosis. J Clin Oncol 27: 2793-2799. doi:
10.1200/JC0.2008.19.7053. PubMed: 19414676.

4. Tomida S, Yanagisawa K, Koshikawa K, Yatabe Y, Mitsudomi T et al.
(2007) Identification of a metastasis signature and the DLX4 homeobox
protein as a regulator of metastasis by combined transcripiome
approach. Oncogene 26: 4600-4608. doi:10.1038/sj.onc.1210242.
PubMed: 17260014.

5. Takeuchi T, Tomida S, Yatabe Y, Kosaka T, Osada H et al. (2006)
Expression profile-defined classification of lung adenocarcinoma shows
close relationship with underlying major genetic changes and
clinicopathologic behaviors. J Clin Oncol 24: 1679-1688. doi:10.1200/
JC0.2005.03.8224. PubMed: 16549822.

6. Koshikawa K, Osada H, Kozaki K, Konishi H, Masuda A et al. (2002)
Significant up-regulation of a novel gene, CLCP1, in a highly metastatic
lung cancer subline as well as in lung cancers in vivo. Oncogene 21:
2822-2828. doi:10.1038/sj.onc.1205405. PubMed: 11973641.

7. Kozaki K, Koshikawa K, Tatematsu Y, Miyaishi O, Saito H et al. (2001)
Multi-faceted analyses of a highly metastatic human lung cancer cell
line NCI-H460-LNM35 suggest mimicry of inflammatory cells in
metastasis. Oncogene 20: 4228-4234. doi:10.1038/sj.0onc.1204561.
PubMed: 11464289.

8. Kozaki K, Miyaishi O, Tsukamoto T, Tatematsu Y, Hida T et al. (2000)
Establishment and characterization of a human lung cancer cell line
NCI-H460-LNM35 with consistent lymphogenous metastasis via both
subcutaneous and orthotopic propagation. Cancer Res 60: 2535-2540.
PubMed: 10811136.

PLOS ONE | www.plosone.org

1

Characterization of DPYSL3 in Pancreatic Cancer

DPYSL3 binding proteins in pancreatic cancer cell line. (B)
MRM confirmation of candidate proteins supposed to interact
with DPYSL3 were identified from MSMS analyses. Interaction
between DPYSL3 and EZR protein was validated. (C)
Significant interactions between DPYSL3 and some of the
candidates were not confirmed in the test sample (CFPAC-1
cell lysate and GST-DPYSL3), nor in the control samples
(CFPAC-1 cell lysate and purified GST).

(TIF)

Table S1. Clinicopathologic characteristics of patients
with pancreatic cancer in the discovery cohort.
(DOCX)

Table S2. Clinicopathologic characteristics of patients
with pancreatic cancer in the validation cohort.
(DOCX)

Table S3. (XLSX)

Table S4. MRM transitions for confirmation of DPYSL3
interacting proteins.
(DOCX)

Author Contributions

Conceived and designed the experiments: TT KY. Performed
the experiments: TK NH YO KY SK KK. Analyzed the data: YO
KY. Contributed reagents/materials/analysis tools: YY MN.
Wrote the manuscript: TT KY.

9. Yanagisawa K, Shyr Y, Xu BJ, Massion PP, Larsen PH et al. (2003)
Proteomic patterns of tumour subsets in non-smali-cell lung cancer.
Lancet 362: 433-439. doi:10.1016/S0140-6736(03)14068-8. PubMed:
12927430.

Yanagisawa K, Tomida S, Shimada Y, Yatabe Y, Mitsudomi T et al.

(2007) A 25-signal proteomic signature and outcome for patients with

resected non-small-cell lung cancer. J Natl Cancer Inst 99: 858-867.

doi:10.1093/jnci/djk197. PubMed: 17551146.

. Yanagisawa K, Konishi H, Arima C, Tomida S, Takeuchi T et al. (2010)

Novel metastasis-related gene CIM functions in the regulation of

multiple cellular stress-response pathways. Cancer Res 70: 9949-9958.

doi:10.1158/0008-5472.CAN-10-1055. PubMed: 21118962.

Turtoi A, Musmeci D, Wang Y, Dumont B, Somja J et al. (2011)

Identification of novel accessible proteins bearing diagnostic and

therapeutic potential in human pancreatic ductal adenocarcinoma. J

Proteome Res 10: 4302-4313. doi:10.1021/pr200527z. PubMed:

21755970.

Sun C, Rosendahl AH, Ansari D, Andersson R (2011) Proteome-based

biomarkers in pancreatic cancer. World J Gastroenterol 17: 4845-4852.

doi:10.3748/wijg.v17.i44.4845. PubMed: 22171124.

Shibue T, Weinberg RA (2009) Integrin beta1-focal adhesion kinase

signaling directs the proliferation of metastatic cancer cells

disseminated in the lungs. Proc Natl Acad Sci U S A 106:

10290-10295. doi:10.1073/pnas.0904227106. PubMed: 19502425.

Medina R, Ghule PN, Cruzat F, Barutcu AR, Montecino M et al. (2012)

Epigenetic control of cell cycle-dependent histone gene expression is a

principal component of the abbreviated pluripotent cell cycle. Mol Cell

Biol 32: 3860-3871. doi:10.1128/MCB.00736-12. PubMed: 22826438.

. Ketterer B (2001) A bird's eye view of the glutathione transferase field.
Chem Biol Interact 138: 27-42. doi:10.1016/S0008-2797(01)00277-0.
PubMed: 11640913.

. Fehon RG, McClatchey Al, Bretscher A (2010) Organizing the cell
cortex: the role of ERM proteins. Nat Rev Mol Cell Biol 11: 276-287.
doi:10.1038/nrm2866. PubMed: 20308985.

10.

11

12.

13.

14.

15.

December 2013 | Volume 8 | Issue 12 | 79654

-55-



19.

20.

21.

22.

23.

24,

. Frame MC, Patel H, Serrels B, Lietha D, Eck MJ (2010) The FERM

domain: organizing the structure and function of FAK. Nat Rev Mol Cell
Biol 11: 802-814. doi:10.1038/nrm2996. PubMed: 20966971.
Srivastava J, Elliott BE, Louvard D, Arpin M (2005) Src-dependent ezrin
phosphorylation in adhesion-mediated signaling. Mol Biol Cell 16:
1481-1490. doi:10.1091/mbc.E04-08-0721. PubMed: 15647376.

Steeg PS (2003) Metastasis suppressors alter the signal transduction
of cancer cells. Nat Rev Cancer 3: 55-63. doi:10.1038/nrc967. PubMed:
12509767.

Hanash S (2003) Disease proteomics. Nature 422: 226-232. doi:
10.1038/nature01514. PubMed: 12634796.

Goshima Y, Nakamura F, Strittmatier P, Strittmatter SM (1995)
Collapsin-induced growth cone collapse mediated by an intraceliular
protein related to UNC-33. Nature 376: 509-514. doi:
10.1038/376509a0. PubMed: 7637782.

Gaetano C, Matsuo T, Thiele CJ (1997) Identification and
characterization of a retinoic acid-regulated human homologue of the
unc-33-like phosphoprotein gene (hUlip) from neuroblastoma cells. J
Biol Chem 272: 12195-12201. doi:10.1074/jbc.272.18.12195. PubMed:
9115293.

Fukada M, Watakabe |, Yuasa-Kawada J, Kawachi H, Kuroiwa A et al.
(2000) Molecular characterization of CRMP5, a novel member of the

PLOS ONE | www.plosone.org

-56-

12

25.

26.

27.

28.

29.

Characterization of DPYSL3 in Pancreatic Cancer

collapsin response mediator protein family. J Biol Chem 275:
37957-37965. doi:10.1074/jbc.M003277200. PubMed: 10956643.
Wang LH, Strittmatter SM (1997) Brain CRMP forms heterotetramers
similar to liver dihydropyrimidinase. J Neurochem 69: 2261-2269.
PubMed: 9375656.

Arimura N, Inagaki N, Chihara K, Ménager C, Nakamura N et al. (2000)
Phosphorylation of collapsin response mediator protein-2 by Rho-
kinase. Evidence for two separate signaling pathways for growth cone
collapse. J Biol Chem 275: 23973-23980. doi:10.1074/
jbc.M001032200. PubMed: 10818093.

Shih JY, Lee YC, Yang SC, Hong TM, Huang CY et al. (2003)
Collapsin response mediator protein-1: a novel invasion-suppressor
gene. Clin Exp Metastasis 20: 69-76. doi:10.1023/A:1022598604565.
PubMed: 12650609.

Shih JY, Yang SC, Hong TM, Yuan A, Chen JJ et al. (2001) Collapsin
response mediator protein-1 and the invasion and metastasis of cancer
cells. J Natl Cancer Inst 93: 1392-1400. doi:10.1093/jnci/93.18.1392.
PubMed: 11562390.

Dong J, Hu Z, Wu C, Guo H, Zhou B et al. Association analyses identify
multiple new lung cancer susceptibility loci and their interactions with
smoking in the Chinese population. Nat Genet.

December 2013 | Volume 8 | Issue 12 | €79654



