Oxysterol binding protein-related protein-5 is related
to invasion and poor prognosis in pancreatic cancer

Yoshikatsu Koga," Shinji Ishikawa, Tadahiko Nakamura,' Toshiro Masuda,’ Yohei Nagai,' Hiroshi Takamori,’
Masahiko Hirota,! Keiichiro Kanemitsu,! Yoshifumi Baba'? and Hideo Baba'?

'Department of Gastroenterological Surgery, Graduate School of Medical Sciences, Kumamoto University; 2Department of Surgical Pathology, Kumamoto

University Hospital, 1-1-1 Honjo, Kumamoto 860-8556, Japan

(Received July 9, 2008/Revised 5, August 2008/Accepted August 13, 2008/Online publication November 20, 2008)

In previous studies, the gene expression profiles of two hamster
pancreatic cancer cells with different potentials for invasion and
metastasis were analyzed. In the present study, we identified that
one of the genes expressed strongly in the highly metastatic cell line
is hamster oxysterol binding protein-related protein (ORP)-5. The
aim of the present study was to clarify the relationship between
ORP5 and invasion and poor prognosis of human pancreatic cancer.
Invasion assays were carried out in both hamster and human
pancreatic cancer cells by suppressing the ORP5 gene with short
interfering RNA or inducing its expression by introducing an
expression vector. To evaluate the relationship between ORP5 and
the characteristics of human pancreatic cancer, 56 pancreatic cancer
tissue specimens were analyzed and the ORP5 expression in each
pancreatic cancer tissue specimen was analyzed by immunohis-
tochemistry. In both the hamster and human pancreatic cancer cells,
suppression of ORPS5 significantly reduced the invasion rate of the
cells and induction of ORP5 significantly enhanced the invasion rate
of the cells. In the clinical sample, the median survival times of
the patients with ORP5-positive (n = 33) and ORP5-negative (n = 23)
cancer were 8.3 and 17.2 months, respectively (P = 0.02). Also, the 1-
year survival rates of patients with ORP5-positive and ORP5-
negative cancer were 36.4 and 73.9%, respectively (P = 0.005). The
ORP5 expression level was related to both invasion and poor
prognosis in human pancreatic cancer. These findings suggest that
the expression of ORP5 may induce cancer cell invasion, resulting in the
poor prognosis of pancreatic cancer. (Cancer Sci 2008; 99: 2387-2394)

Pancreatic cancer is one of the most malignant tumors. In
most cases, patients are already at an advanced stage of the
disease at the time of diagnosis. The main reason for the poor
prognosis is not only that these cancers are difficult to detect by
ultrasonography or computed tomography, but also that they
exhibit great potential for invasion and metastasis. To establish
an effective treatment strategy for pancreatic cancer, it is
necessary to clarify the cellular and molecular mechanisms of
invasion and metastasis in pancreatic cancer.

In our previous studies, we established two hamster pan-
creatic cancer cell lines with different potentials for invasion and
metastasis: PC1, possessing a low potential for invasion and
metastasis, and PC1.0, possessing a high potential for invasion
and metastasis. These two cell lines were established from
the same pancreatic ductal carcinoma induced by N-nitrosobis
(2-oxopropyl) amine in a Syrian golden hamster.!"» Moreover,
PC1.0 cell lines were found to produce a soluble proteinaceous
factor in the medium; this factor was found to induce cell
dissociation and therefore we designated it the ‘dissociation
factor’.®*» We hypothesized that isolation of this factor might
provide great insight into the molecular and cellular mecha-
nisms of pancreatic cancer invasion and metastasis, and we
therefore examined differences in the mRNA expression profiles
of PC1 and PC1.0 using the representational difference analysis

doi: 10.1111/j.1349-7006.2008.00987.x
© 2008 Japanese Cancer Association

(RDA) method. We detected five gene fragments (clones) that
were expressed at higher levels in the PC1.0 cells compared
with the PC1 cells.® We reported, in previous studies, the close
association of cell dissociation with impairment of epidermal
growth factor receptor signal transduction, which induces the
MEK-ERK signaling pathway, resulting in disruption of the dis-
tribution of tight junctions.’'® However, the abovementioned
dissociation factor remains to be characterized.

In the present study, we isolated a new candidate gene
associated with the potential for invasion of pancreatic cancer.
One of the unknown gene fragments (clone 7) detected by RDA
mentioned above was revealed to encode oxysterol binding
protein-related protein (ORP)-5, which is a member of the ORP
family.('*!> Oxysterol binding protein (OSBP) is a cytosolic
mammalian protein that binds oxysterol ligand and interacts
with Golgi membranes.®2? It has been reported to be involved
in vesicle transport, lipid metabolism, and signal transduc-
tion.??® However, the relationship between ORP5 and cancer
has not been clarified.

The present study is the first to show that ORPS is closely
related to cancer invasion, and that high expression levels of ORP5
are associated with poor prognosis in human pancreatic cancer.

Materials and Methods

Cell lines and cell culture. The hamster pancreatic cancer cell
lines PC1 and PC1.0, and human pancreatic cancer cell lines
Capanl, Capan2, Hs700T, MiaPaCa2, and Pancl (American
Tissue Culture Collection, Rockville, MD, USA) were cultured
in the recommended media supplemented with 10% fetal bovine
serum (Gibco-BRL, Grand Island, NY, USA), 100 U/mL
penicillin G, and 100 pg/mL streptomycin at 37°C in a humidified
atmosphere of 5% CO, : 95% air.

cDNA library screening. Total RNA of PC1.0 was extracted
using TRIzol (Invitrogen, Carlsbad, CA, USA) and treated with
DNase to remove genomic DNA. Construction of the cDNA
library was carried out according to the instruction manual of
the ZAP-cDNA Synthesis Kit (Stratagene, La Jolla, CA, USA).
Five hundred thousand plaques were thus plated, and the labeled
DNA fragments were screened and detected using ECL Direct
Nucleic Acid Labelling and Detection System (GE Healthcare
Buckinghamshire, UK). A single positive phage was plated on
a LB medium-kanamycin plate with an ExAssist helper phage
and XLOLR cells (Stratagene). Plasmid DNA extraction was
then carried out using a QIA filter Plasmid Maxi Kit (Qiagen,
Valencia, CA, USA), and sequencing was carried out using the
ABI 310 autosequencer (Applied Biosystems, Foster, CA, USA).

5’ Rapid amplification of cDNA ends. Amplification of the unk-
nown 5" end of the isolated novel gene was carried out according
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to the instruction manual of the 5" Rapid Amplification of
cDNA Ends (RACE) System (Invitrogen), and sequencing was
carried out using the ABI 310 autosequencer.

Knockdown of hamster and human ORP5 using short interfering
RNA. Complementary single-stranded short interfering RNA
(siRNA) molecules were annealed into duplexes at a final
concentration of 20 umol/L. Duplex siRNA was used against
hamster ORP5 (CCG CUG AAU GGG UCU GCU UTT/AAG
CAG ACC CAU UCA GCG GTT), hamster control (CCG AGU
AGG UGU CGC UCU UTT/AAG AGC GAC ACC UAC UCG
GTT), human ORP5 (UUC GUG AGG UAA GGA CCU GGU
UCU G/CAG AAC CAG GUC CUU ACC UCA CGA A), and
human control (UCU UGU UCU CCU CUG ACA CUG UCU
C/GAG ACA GUG UCA GAG GAG AAC AAG A). RNA
inhibition was carried out according to the standard protocol
using Lipofectamine 2000 (Invitrogen). The cells transfected
with hamster ORP5 siRNA were designated PC1.0-ORPS, the
cells transfected with hamster control siRNA were designated
PC1.0-control, the cells transfected with human ORP5 siRNA
were designated Capan2-ORPS, and the cells transfected with
human control siRNA were designated Capan2-control.

Construction of the hamster and human ORP5 expression vector,
and stable transfection of ORP5. The primer sets for full-length
ORP5 amplification were as follows: hamster ORP5, 5'-ATG
AAG GAG GAG GCC TTT CT-3’ (forward) and 5-TTT GAG
GAT ATA GTT AAT GAA TAG-3’ (reverse); and human ORPS5,
5’-ATG AAG GAG GAG GCC TTC CT-3’ (forward) and 5’-TTT
GAG GAT GTG GTT AAT GAA CA-3’ (reverse). The
polymerase chain reaction products of hamster ORPS5 and
human ORP5 were cloned into the pcDNA3.1/V5-His TOPO
vector (Invitrogen). The expression vectors for hamster and
human ORP5 were designated pcDNA/hamORP5 and pcDNA/
huORPS, respectively. Also, the expression vector for LacZ,
designated pcDNA/LacZ, was used as the control vector. For
stable transfection, the cells were selected using 600 pg/mL
G418 for 2 weeks and thereafter maintained in the presence of
300 ug/mL G418. PC1 transfected with pcDNA/hamORP5 was
designated PC1 + ORP, and PC1 transfected with pcDNA/LacZ
was designated PC1 + LacZ. Similarly, Hs700T transfected with
pcDNA/huORPS was designated Hs700T + ORP, and Hs700T
transfected with pcDNA/LacZ was designated Hs700T + LacZ.

Detection of ORP5 expression by reverse transcription-polymerase
chain reaction and western blotting. Total RNA extraction of
siRNA- or expression vector-transfected cells was carried out at
0, 24, 48, and 72 h after transfection using TRIzol along with
DNase treatment. cDNA was synthesized using SuperScript II1
(Invitrogen), in accordance with the manufacturer’s instructions.
Reverse transcription—polymerase chain reaction (RT-PCR) was
carried out under the following conditions: initial denaturation
at 94°C for 3 min, followed by 27 cycles of amplification
(denaturation at 94°C for 30 s, annealing at 56°C for 30 s, and
extension at 72°C for 30 s), and terminal extension at 72°C for
3 min. The primers used for the RT-PCR amplification were
as follows: hamster ORP5, 5-TGA AGC TTG TGC TAC GAT
GG-3’ (forward) and 5"-TGT TCT TCT CGC ATG CGA TG-3’
(reverse); human ORP5, 5-CTT CTA CAA GAA GCC CAA
GG-3" (forward) and 5'-GAG ATC TGG TTG ATG CTG GT-3’
(reverse); and hamster and human glyceraldehyde-3-phosphate
dehydrogenase (GAPDH), 5-TGA CCA CAG TCC ATG CCA TC-
3’ (forward) and 5"-CCA CCC TGT TGC TGT AGC C-3’ (reverse).

Protein extraction from the siRNA- or expression vector-
transfected cells was carried out at 0, 24, 48, and 72 h after the
transfection using cell lysis buffer (25 mmol/L Tris, 100 mmol/
L NaCl, 2 mmol/L ethlenediamine tetra-acetic acid (EDTA), 1%
Triton-X) containing protease inhibitor and phosphatase inhibitor.
A total of 30 pg protein was loaded on to a 10% sodium
dodecylsulfate—polyacrylamide gel electrophoresis gel and then
transferred to a polyvinylidene difluoride (PVDF) membrane.
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The membrane was blocked with 5% skim milk (BD, Franklin
Lakes, NJ, USA) in Tris-buffered saline (TBS)-Tween 20 (0.1%)
at room temperature for 1 h and then incubated with polyclonal
goat anti-ORPS5 antibody (Imgenex, San Diego, CA, USA),
B-actin antibody (Cell Signaling Technology, Beverly, MA,
USA), or V5 antibody (Invitrogen) for 1 h at room temperature.
The membrane was then rinsed twice for 10 min each with
TBS-Tween 20 and incubated with antigoat secondary antibody
(Santa Cruz Biotechnology, Santa Cruz, CA, USA) for 45 min
at room temperature. The membrane was rinsed twice more for
10 min each with TBS—Tween 20 and once for 10 min with TBS,
incubated with ECL-Plus (GE Healthcare, Buckinghamshire, UK),
and then exposed to X-ray film and developed.

Invasion assay. To examine the invasiveness of the cell lines,
we used a Matrigel invasion chamber (Becton Dickinson
Labware, Bedford, MA, USA). The PC1.0-ORPS5, PC1.0-control,
Capan2-ORP5, and Capan2-control cells were plated 5 x 10* cells/
well in a 24-well Matrigel invasion chamber in the presence
of a chemoattractant. The cell counts of the invading cells were
determined 22 h after seeding. Assays to determine the
invasiveness of PC1 + ORP, PC1 + LacZ, Hs700T + ORPS5, and
Hs700T + LacZ cells were carried out in the same manner.

Human pancreatic cancer tissue samples. From 1982 to 2001,
primary pancreatic cancer patients who underwent detailed
pathological analyses and regular follow up at the Kumamoto
University Hospital were recruited into this study. Patients who
had metastasis at the time of the operation, did not have curative
operation, or received preoperative treatment, such as chemo-
therapy or radiation therapy, were excluded from the study.
Analysis for ORP5 expression by immunohistochemistry was
carried out in a total of 56 specimens of pancreatic cancer.
Based on the results of the pathological analyses, the cancers
were classified according to the Japanese Classification System.*
All patients provided written informed consent prior to participation
in the study after receiving a thorough explanation of the
purpose and method of the study, which was approved by the
Institutional Review Board of Kumamoto University, Japan.

Immunohistochemical staining for ORP5. Paraffin-embedded
tissue sections were deparaffinized in xylene, rehydrated in
progressively decreasing concentrations of ethanol, and rinsed
with ultrapure water. Antigen retrieval was carried out by
boiling the tissue sections in 10 mmol/L sodium citrate buffer
(pH =6.0) at 121°C for 15 min in an autoclave. Thereafter, the
slides were rinsed with ultrapure water and endogeneous
peroxidase was blocked with a 3% hydrogen peroxide solution
in 100% methanol for 30 min, followed by two rinses for 5 min
each with phosphate-buffered saline (PBS). Non-specific protein
binding was blocked with 5% skim milk in PBS for 30 min at
room temperature. After draining off the skim milk solution,
polyclonal goat anti-ORPS5 antibody was added at a dilution of
1: 50, followed by incubation overnight at 4°C. Then, after two
rinses for 5 min each with PBS, biotinylated antigoat IgG was
added at a dilution of 1:50, followed by incubation for 30 min.
The sections were rinsed twice with PBS, and Vectastain Elite
ABC Reagent (Vector Laboratories, Burlingame, CA, USA) was
added for 30 min. The sections were rinsed again twice with
PBS and incubated with the 3,3’-diaminobenzidine tetrahy-
drochloride (DAB+) Liquid System (Dako, Glostrup, Denmark)
for 10 min. Finally, the sections were rinsed and counterstained
with hematoxylin solution.

The ORP5 was weakly expressed in the acinar cells of the
pancreas and the expression levels of ORPS in the pancreatic
cancer specimens were analyzed by comparison with those in
the acinar cells. The expression status of ORP5 was specified as
follows: (1) ORP5-negative: the staining intensity in pancreatic
cancer tissue was less than that in the acinar cells, and (2)
ORPS5-positive: the staining intensity in pancreatic cancer tissue
was greater than that in the acinar cells.
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Fig. 1. Homology of clone 7 and mouse human oxysterol binding protein-related protein (ORP)-5. Open reading frame of clone 7 consisting of 878

amino acids. Clone 7 was found to exhibit 95% homology at the amino acid level to mouse ORP5 (mORP5), and 85% homology at the amino acid

level to human ORP5 (hORPS5).

Statistical analysis. The data analyses were carried out using
StatView Ver. 5 for Windows (Abacus Concepts, Inc., Berkeley,
CA). The invasion assay was analyzed by two-sided Student’s
t-test. The statistical differences in the expression levels of
ORPS5 and the pathological characteristics were determined by
the chi-square test. Overall survival was calculated from the date
of surgical operation to the date of death. Data were plotted
to obtain Kaplan-Meier curves, and the median survival time
and one-year survival rate were analyzed by the Breslow-
Gehan-Wilcoxon test. Values of P <0.05 were considered to
be statistically significant.

Results

Isolation of the unknown gene. In our previous report, five
clones were either specifically or highly expressed in the PC1.0
cells compared with the PC1 cells,® and three of these clones
showed no significant homology with known genes. By library
screening and 5" RACE, we successfully isolated one clone
(clone 7) with an open reading frame of 2637 nucleotides and
878 amino acids. These sequence data have been submitted to
the DNA Data Bank of Japan, European Molecular Biology
Laboratory, and GenBank databases under accession number
EU475903. According to the database, this gene was found to
exhibit 93% homology at the nucleotide level and 95% homology
at the amino acid level to mouse ORP5, and 86% homology at
the nucleotide level and 85% homology at the amino acid level
to human ORPS5 (Fig. 1).

ORP5 suppression and induction. Strong expression of ORP5
mRNA was found in the PC1.0, Capanl, Capan2, and Pancl
cells, moderate expression was found in the MiaPaCa2 cells,
and weak expression was found in the PC1 and Hs700T cells. A
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similar expression pattern was observed at the protein level
(Fig. 2a,b). For the expression patterns of human ORPS, Capan2
and Hs700T cells were used as human pancreatic cancer cell
lines showing high and low expression levels of ORPS,
respectively. Transfection of ORPS5 siRNA into PC1.0 and Capan2
cells resulted in a significant decrease in the expression level of
ORPS5 at 48-72 h after the transfection. However, there was no
significant difference in the expression level of ORPS between
PC1.0 cells and PC1.0 cells transfected with control siRNA, or
between Capan2 cells and Capan? cells transfected with control
siRNA (Fig. 2a,c). Transfection of pcDNA/hamORPS5 into PC1
cells or of pcDNA/huORPS5 into Hs700T cells resulted in a
significant increase in the expression level of ORPS at 24-72 h
after the transfection. However, there was no difference in
the ORPS5 expression level between PC1 cells and PC1 cells
transfected with pcDNA/LacZ, or between Hs700T cells and
Hs700T cells transfected with pcDNA/LacZ (Fig. 2a,c). The
ORPS5 stable transfectant cells (PC1 + ORPS5 or Hs700T + ORPS)
showed high expression levels of ORPS5, whereas the LacZ
stable transfectant cells (PC1 + LacZ or Hs700T + LacZ)
showed weak expression of ORP5 (Fig. 2d). Cell growth and
morphology did not change after ORPS suppression or induction
(data not shown).

Invasion assay of PC1.0, PC1, Capan2, and Hs700T cells after
suppression or induction of ORP5. Cell dissociation and migration
would be the initial step for invasion. Therefore, we investigated
the invasiveness of the pancreatic cancer cells after suppression
or induction of ORPS. The invasive cell count in each cell line
was compared with that in untreated cells. The invasion cell
rates in the untreated PC1.0, PC1.0-ORPS5, and PC1.0-control
cells were (mean = SD) 100.0 £42.3, 27.1 £21.3, and 81.9 £25.9%,
respectively. ORP-5 suppression resulted in a significant decrease
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Western blot Western blot

Expression levels of oxysterol binding protein-related protein (ORP)-5 in hamster and human pancreatic cancer cell lines. PC1 was hamster

pancreatic cancer cell line with a low potential for invasion and metastasis, and PC1.0 was hamster pancreatic cancer cell line with a high potential
for invasion and metastasis. (a) ORP5 expression in the hamster pancreatic cancer cell lines PC1.0 and PC1 after transfection of short interfering
RNA (siRNA) or expression vector. ORP5 was expressed at a high level in the PC1.0 cells and at a low level in the PC1 cells, at both the mRNA and
protein levels. Transfection of ORP5 siRNA into PC1.0 cells resulted in a significant decrease in the expression level of ORP5 at 48-72 h after
transfection. Transfection of pcDNA/hamORP5 into PC1 cells resulted in a significant increase in the expression level of ORP5 at 24-72 h after
transfection. (b) The expression levels of ORP5 in human pancreatic cancer cell lines. At both the mRNA and protein level, ORP5 was expressed at
a high level in Capan1, Capan2, and Panc1 cells, at a moderate level in the MiaPaCa2 cells, and at a low level in the Hs700T cells. (c) ORP5
expression in the human pancreatic cancer cell lines Capan2 and Hs700T after transfection of siRNA or expression vector. ORP5 was expressed at
a high level in the Capan2 cells, but at a low level in the Hs700T cells, at both the mRNA and protein levels. Transfection of ORP5 siRNA into
Capan2 cells resulted in a significant decrease in the expression level of ORP5 at 48-72 h after transfection. Transfection of pcDNA/huORP5 into
Hs700T cells resulted in a significant increase in the expression level of ORP5 at 24-72 h after transfection. (d) The ORPS5 stable transfectant cells
(PC1 + ORP5 or Hs700T + ORP5) showed high expression levels of ORP5, and the LacZ stable transfectant cells (PC1 + LacZ or Hs700T + LacZ) showed

low expression levels of ORP5. GAPDH, glyceraldehyde 3-phosphate dehydrogenase; RT-PCR, reverse transcription—polymerase chain reaction.

in cell invasion compared with untreated PC1.0 (P < 0.0001)
and PC1.0-control cells (P =0.0005) (Fig. 3a). An invasion
assay was also carried out for PC1, PC1 + ORP, and PC1 + LacZ.
The cell invasion rates in the untreated PC1, PC1 + ORP, and
PC1 + LacZ cells were (mean = SD) 100.0 £ 20.5, 385.1 £ 35.2,
and 104.3 + 19.5%, respectively. ORP5 induction resulted in a
significant increase in cell invasion compared with untreated
PC1 (P <0.0001) and PC1 + LacZ cells (P < 0.0001) (Fig. 3b).

The invasiveness of human pancreatic cancer cells was also
analyzed. The invasion cell rates in untreated Capan2, Capan2-
ORPS5, and Capan2-control cells were (mean + SD) 100.0 + 26.9,
63.3 £ 18.2, and 89.5 = 12.8%, respectively. ORP-5 suppression
resulted in a significant decrease in the invasion of cells
compared with untreated Capan2 (P =0.0015) and Capan2-
control cells (P =0.016) (Fig. 3c). The invasion cell rates in the
untreated Ha700T, Hs700T + ORP, and Hs700T + LacZ cells
were (mean * SD) 100.0 £ 28.3, 198.4 £ 75.4, and 74.0 £ 24.9%,
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respectively. ORPS induction resulted in a significant increase
in the invasion of cells compared with untreated Hs700T
(P <0.0001) and Hs700T + LacZ cells (P < 0.0001) (Fig. 3d).
Pathological analyses of ORP5 expression levels. Among the 56
pancreatic cancer specimens analyzed, 33 were judged to be
ORPS5 positive and 23 to be ORPS5 negative (Fig. 4; Table 1).
With regard to regional invasion, the differences between the
ORP5-positive cancers and ORP5-negative cancers were not
significant (Table 1). With regard to the surgical margin, 6 of the
32 ORP5-positive pancreatic cancers (18.8%) showed a positive
surgical margin whereas none of the 21 ORP5-negative cancers
showed a positive surgical margin. A significant difference was
seen between the ORP5-positive cancers and ORPS-negative cancers
in terms of the positivity of the surgical margin (P =0.02). In
the case of a positive surgical margin, the cancer was more
invasive to veins (v+; 6/6), nerves (ne+; 6/6), and lymphoducts
(ly; 5/6), and few invaded the main pancreas duct (mpd; 1/6).
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Fig. 3. Invasion assays of hamster and human pancreatic cancer cell lines after suppression or induction of oxysterol binding protein-related protein
(ORP)-5. (a) ORP-5 suppression (PC1.0-ORP5) significantly decreased the invasion cell rate compared with untreated PC1.0 (P < 0.0001) and PC1.0-control
cells (P=0.0005). (b) ORP5 induction (PC1 + ORP5) significantly increased the invasion cell rate compared with untreated PC1 (P < 0.0001) and PC1 + LacZ
cells (P < 0.0001). (c) ORP-5 suppression (Capan2-ORP5) significantly decreased the invasion cell rate compared with untreated Capan2 (P =0.0015)
and Capan2-control cells (P=0.016). (d) ORP5 induction (Hs700T + ORP5) significantly increased the invasion cell rate compared with untreated
Hs700T (P < 0.0001) and Hs700T + LacZ cells (P < 0.0001). All results are expressed as invasion cell rate + SD from three separate experiments.

Fig. 4. Immunohistochemical staining of oxysterol
binding protein-related protein (ORP)-5. The exp-
ression level of ORP5 in pancreatic cancer specimens
was analyzed in comparison with that in the acinar
cells of the pancreas. (a) ORP5-negative pancreatic
cancer tissue. (b) ORP5-positive pancreatic cancer
tissue. ORP5 was highly expressed in the cytoplasm
of cancer cells. (c) Weak expression of ORP5 in the
acinar cells of the pancreas. Scale bar = 100 um.
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Table 1. Pathological characteristics of patients

ORPS5 posotive ORP5 negative

Characteristics (n=33) (n=23) P-value
Regional invasive factor
Invasion to the common 0.42
bile duct in pancreas
- 18 10
+ 15 13
Invasion to the duodenum 0.76
- 18 12
+ 14 11
Invasion to the serosal surface 0.16
of the pancreas
- 11 12
+ 22 11
Invasion to the retroperitoneal 0.18
surface of the pancreas
- 9 3
+ 23 20
Invasion to the intrapancreatic 0.64
portal vein
- 18 14
+ 15 9
Invasion to the artery 0.39
- 30 20
+ 2 3
Invasion to the main 0.10
pancreatic duct
- 20 16
+ 12 3
Lymphatic invasion 0.37
- 5 6
+ 26 17
Venous invasion 0.30
- 6 2
+ 26 21
Neural invasion in pancreas 0.27
- 4 1
+ 26 22
Surgical margin factor
Surgical margin of pancreas 0.02
- 21 21
+ 6 0
Surgical margin of bile duct 0.19
- 25 14
+ 0 1
Surgical margin of 0.59
detachment of pancreas
- 18 15
+ 13 8
Lymph node metastasis 0.14
- 8 2
+ 25 21

Pathological analyses were classified according to the Japanese
Classification System. The statistical differences between the
expression level of oxysterol binding protein-related protein (ORP)-5
and the pathological characteristics were determined by y?-test. Values
of P < 0.05 were considered statistically significant.

One-year survival rate and overall survival of the patients with
ORP5-positive and ORP5-negative cancer. Overall survival was
calculated from the date of surgical operation to the date of
death and data were plotted to obtain Kaplan—Meier curves. The
median survival times of all of the patients with ORP5-positive
and ORP5-negative cancers were 8.3 and 17.2 months, respectively
(Fig. 5a), the difference being significant (P =0.02). The 1-year
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survival rates of patients with ORPS5-positive and ORPS5-
negative cancers were 36.4 and 73.9%, respectively, the
difference again being significant (P = 0.005). Meanwhile, the
3-year survival rate of the patients with ORP5-positive cancer
and ORP5-negative cancer were 6.1 and 8.7%, respectively, the
difference not being significant. Overall survival was analyzed
in the case of stage I, II, and III pancreatic cancer (Fig. 5b). The
median survival times of the patients with stage I, II, and
IIT pancreatic cancer grouped by ORP5-positive and ORP5-
negative were 6.7 and 22.4 months, respectively, the difference
being significant (P = 0.018). Overall survival was also analyzed
in the case of stage IVa and IVb pancreatic cancer (Fig. 5c). The
median survival times of the patients with stage IVa and IVb
pancreatic cancer grouped as ORP5-positive and ORP5-negative
were 9.6 and 14.8 months, respectively, the difference not being
significant (P = 0.27).

Discussion

Recently, many reports have been published concerning the
mechanisms of actions of OSBP and the ORP family. ORPS is
a member of the ORP family, which has been reported to be
encoded by 12 genes in humans.'*!'> OSBP is the first protein
identified as a receptor for the endogenous oxysterols,'!” and it
has been cloned and reported to be conserved from Saccharomyces
cerevisiae to Homo sapiens.***? OSBP is a mammalian cytosolic
protein that binds to 25-hydroxycholesterol and translocates to
the membranes of the Golgi apparatus.'*2” This membrane
interaction is mediated by the pleckstrin homology (PH) domain
located in the N-terminal region of the protein.®*-*® OSBP
has been reported to be involved in vesicle transport, lipid
metabolism, and signal transduction.?'-2®

Although these molecules are now one of the main subjects of
study in the field of lipid metabolism, we detected one of these
genes (ORPS) in a very different context. In a recent study, we
compared two hamster pancreatic cancer cell lines with different
potentials for invasion and metastasis, detected five mRNA
fragments expressed differentially in these cells by RDA,© and
identified one of these genes as ORPS. There are several reports
concerning the relationship of ORP with malignancy, including
chronic myeloid leukemia,®” B-cell lymphoma,®*D testicular
cancer,*** and cholangiocarcinoma.“? It has been demon-
strated that ORPS is expressed at a higher level in hamster
cholangiocarcinoma compared with normal liver.*> It is worthy
of note that ORP5 and ORPS8 belong to the same subfamily
that carries a putative transmembrane domain sequence at the
C-terminal end;'*'> however, the relationship between ORPS8
and cancer progression or cancer invasion has not yet been
assessed. To the best of our knowledge, this is the first report to
demonstrate a clear relationship between one of the ORP family
genes and cancer invasion, and also that the expression of this
molecule is related to survival in cancer patients.

We demonstrated a clear relationship between ORPS5
expression and cancer invasion in vitro (Fig. 3). Unexpectedly,
however, there was no significant difference between ORPS5-
positive cancer and ORPS5-negative cancer among human
pancreatic cancer tissue specimens in terms of the regional inva-
sive factor (Table 1). One of the reasons for this could be that
almost all of the pancreatic cancer tissue specimens in the
present study were positive for regional invasive factor. In
cases with a positive surgical margin, all of the patients were
ORP5-positive and the cancer tissue specimens tended to be
positive for regional invasive factor, except the main pancreas
duct (mpd+; 1/6). This result lends support to the idea that
ORPS5 is related to invasion in human pancreatic cancer.

With regard to survival, the 2-year, 3-year, and 5-year survival
rates were 15.2, 6.1, and 3.0% in ORP5-positive cancer, and
21.7, 8.7, and 8.7% in ORP5-negative cancer (Fig. 5a). Although
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Fig. 5. Overall survival stratified by oxysterol binding protein-related protein (ORP)-5 expression status. (a) Kaplan-Meier plot of overall survival of all
patients with pancreatic cancer grouped by ORP5 expression status (ORP5-positive and ORP5-negative). The median survival times of the patients with
ORP5-positive cancer (n =33) and ORP5-negative cancer (n =23) were 8.3 and 17.2 months, respectively, and the 1-year survival rates were 36.4
and 73.9%, respectively. (b) Kaplan-Meier plot of overall survival of patients with stage |, I, and Ill of pancreatic cancer grouped by ORP5 expression
status. The median survival times of the patients with ORP5-positive cancer (n = 9) and ORP5-negative cancer (n = 4) were 6.7 and 22.4 months,
respectively. (c) Kaplan—Meier plot of overall survival of patients with stage IVa and IVb pancreatic cancer grouped by ORP5 expression status. The
median survival times of patients with ORP5-positive cancer (n = 24) and ORP5-negative cancer (n = 19) were 9.6 and 14.8 months, respectively.

the long-term survival rate tended to be better in the ORPS-
negative group, the difference was not significant. However, the
1-year survival rate and median survival time were 73.9% and
17.2 months, respectively, in the ORP5-positive group, and
36.4% and 8.3 months, respectively, in the ORP5-negative
group. Significant differences were observed in the 1-year
survival rate (P = 0.005) and median survival time (P = 0.02)
between the two groups. In particular, as pancreatic cancer is a
type of cancer with poor prognosis compared to other cancers,
it is noteworthy that the median survival time of the ORPS5-
negative group was longer than that of the ORP5-positive group
by 8.9 months. Furthermore, in the case of stage I, II, and III
pancreatic cancer, the ORP5-negative group had a better pro-
gnosis than the ORPS5-positive group (Fig. 5b). From these
results, although the mechanisms of ORP5 expression in cancer
invasion are still not very clear, we concluded that this molecule
is related to cancer invasion, and is associated with a high
invasion rate to the main pancreas duct, which eventually leads
to early relapse and short survival.

In the present study, it was of interest that ORPS, which was
isolated from a hamster pancreatic cancer cell line with a high
potential for invasion and metastasis, is related to the invasion

Koga et al.

and poor prognosis of human pancreatic cancer. Before evalu-
ating pancreatic cancer samples, we assessed normal human
samples by immunohistochemistry. The expression patterns of
ORPS5 were as follows: (1) no expression in heart and muscle;
(2) slight expression in purkinje cells of the brain, parts of the
spleen and kidney, acinar cells of the pancreas, and epithelial
cells of the lung; and (3) strong expression in the liver (data not
shown). Unfortunately, we assume that targeting this molecule
directly for cancer therapy is not possible.

Further investigations are necessary to elucidate the mecha-
nism regulating pancreatic cancer invasion and metastasis.
Isolation of the other two unknown genes may provide valuable
insight into the signal transduction processes involved in
invasion and metastasis. Furthermore, these results could pave
the way for the development of new therapeutic methods based
on inhibition of target genes related to tumor cell invasion
and metastasis.
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