deletion mutants compared with NC-14 cells regardless
of the incubation time after cisplatin exposure (Fig. 3D).
These results suggested that the decreased intracellular
platinum contents were associated with platinum
resistance of the cells transfected with ANXA4 full length
and each deletion mutant.

The calcium-binding site of the annexin repeat is
responsible for platinum resistance

As specified above, platinum resistance was
enhanced in cells overexpressing ANXA4 deletion
mutants, which contained at least 1 intact annexin repeat.
Thus, to assess whether the calcium-binding site of the
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Within the annexin repeat next to the N-terminal region,
the 70th amino acid, glutamic acid, was responsible
for the calcium-dependent activity of ANXA4 [30].
Accordingly, at this site, the point mutation variant of R1,
RI(E70A), loses the function of its calcium-binding site
(Fig. 4A). Similar to other deletion mutants, R1(E70A)
was transfected into NUGC3 cells and designated
RI(E70A)-95. Western blotting revealed that R1-12 had
the same molecular weight as R1(E70A)-95 (Fig. 4B).
R1(E70A)-95 did not induce resistance to either cisplatin
or carboplatin (Fig. 4C). Moreover, the intracellular
platinum content of R1(E70A)-95-transfected cells did
not decrease compared with that of NC-14 cells after 0 hr
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or 3 hr of additional incubation in cisplatin-free medium
(Fig. 4D). According to the above results, the platinum
resistance of ANXA4 seemed to be related to the calcium-
binding site of the annexin repeat next to the N-terminal
domain.

The calcium-binding site of the annexin repeated
sequence is required for the resistance to
platinum-based drugs in vivo

To determine whether the annexin deletion mutants
of ANXA4 influenced the sensitivity to cisplatin in vivo,

we inoculated ICR nmwnu mice with NC-14, FL-22,
R1-12 or RI(E70A)-95 cells. Mice in each group were
randomised into 2 subgroups and received either cisplatin
at 3 mg/(kg:d) or PBS /ip. once a week for 3 weeks.
Cisplatin markedly decreased tumour volume in mice
injected with NC-14 and R1(E70A)-95 cells, whereas the
treatment effect was relatively smaller in mice injected
with FL-22 and R1-12 cells (Fig. 5A). Consistent with the
tumour volume, tumour growth was significantly inhibited
by cisplatin in mice inoculated with NC-14 (96.5 £ 1.3%)
and RI(E70A)-95 cells (87.8 & 11.4%) compared with
those injected with FL-22 (48.5 = 11.7%) and R1-12 cells
(37.7 £ 9.8%; p < 0.01; Fig. 5B). These in vivo results
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were consistent with those obtained in vitro.

Increase of the intracellular chloride
concentration is related to cisplatin resistance

To eclucidate the molecular mechanisms of
chemoresistance induced by ANXA4, we focused on
the chloride channel because one of the functions of
ANXA4 is inhibition of calcium-dependent chloride
conductance[32]. According to the literature, treatment
with cisplatin induces an increase of the intracellular
Ca? concentration [46], which is an important ion for
the phospholipid membrane-binding activity of ANXA4.
In contrast, cisplatin exposure also induces an ¢levation
of the intracellular chloride concentration: [CI], [47].
Elevation of [C1], has been shown to prevent the aquation
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of 1 or 2 of the 2 chloride coordination sites in cisplatin,
and only the aquated forms of cisplatin covalently
bind to DNA. Nevertheless, the mechanisms of [Cl7]
. elevation because of cisplatin treatment have not been
fully elucidated. We hypothesised that an increase in
intracellular Ca** concentration after cisplatin exposure
would result in translocation of ANXA4 from the cytosol
to plasma membrane, which leads to [CI™], accumulation
through inhibition of the chloride channel by the Ca*-
bound ANXA4. To confirm this hypothesis, we quantified
[CI'], after cisplatin treatment using MAQE fluorescence,
a fluorescent CI” indicator. Relative fluorescence was
substituted for [C1], as previously reported [48].

We monitored MQAE fluorescence in control cells
(NC-14), in cells overexpressing full-length ANXA4 (FL-
22) and in 2 deletion mutants (R1-12 and R1[E70A]-95).
The relative fluorescence ratio before (FO) and after
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Fig.5: The calcium-binding site of the annexin repeat is required for platinum drug resistance in vivo. Female ICR nu/
nu mice were subcutaneously inoculated with NC14, FL-22, R1-12 or R1(E70A)-95 cells and given PBS (control group: filled circles) or
cisplatin 1.p. (3 mg/kg; treatment group: open circles) once a week for 3 weeks (n = 6 per group). (A) Growth curves of tumours of each
cell. The mean volume (points) = SE (bars) is shown. (B) Comparison of the cisplatin-induced growth inhibition of tumours 28 days after
treatment. The average (columns) + SE (bars) are shown; *p <0.01.
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treatment with cisplatin for 30 min (F30) is shown in
Figure 6. The inverse ratio of MQAE fluorescence 1/
(F30/F0), which is directly proportional to the increase in
[CI],. was significantly elevated in the platinum-resistant
cell clones FL-22 (1.12 & 0.03) and R1-12 (1.12 + 0.01)
compared with sensitive clones, NC-14 (1.06 + 0,01) and
RI(ET0A)-95 (1.06 4 0.02; p <0.01). Thus, the increase in
[CT]; is likely to be involved in cisplatin resistance.

DISCUSSION

ANXA4 has been reported to be strongly expressed
and involved in chemoresistance in various cancers. The
factors associated with ANXA4-induced chemoresistance
have been reported, such as NF-kB [43] and ATP7A
[44], but the structure of the protein, i.e. annexin repeats
and calcium-binding sites in the annexin repeated
sequence, has not been taken into account in relation to
the ANXA4-induced chemoresistance. In this study, we
showed that ANXA4 knockdown improved sensitivity
to platinum drugs, and annexin repeats were involved in
chemoresistance.

We first confirmed ANXA4 expression in various
ovarian adenocarcinoma cell lines. As previously
reported [28, 49], ANXA4 is significantly upregulated
in clear cell carcinoma cell lines (OVTOKO, OVISE
and RMG-I) compared with other histological types
(serous and mucinous adenocarcinoma cell lines: A2780,
OVCAR3, OVSAHO and MCAS). It has been previously
demonstrated that enhanced ANXA4 expression induces
platinum resistance both in vitro and in vivo [28, 44],
but whether ANXA4 knockdown attenuates platinum
resistance has been unknown thus far. Mogami et al.
recently reported that an ANXA4 knockdown improves
sensitivity to carboplatin in vitro using 2 cell lines of
ovarian clear cell carcinoma, OVTOKO and OVISE.
To the best of our knowledge, ours is the first study to
show that ANXA4 knockdown markedly improves the
sensitivity to platinum-based drugs not only i# vitro but
also in vivo (Figs. 1 and 2).

The result that ANXA4 knockdown improves
sensitivity to platinum-based drugs suggests that ANXA4
is a good therapeutic target. To identify the functional
domain(s) of ANXA4 that could be a promising therapeutic
target, we focused on annexin repeats and constructed 4
deletion mutants (R3, R2, R1 and R1[E70A]). Resistance
to platinum drugs was enhanced in cells transfected with
mutants possessing at least 1 intact annexin repeat. In
contrast, the sensitivity to platinum-based drugs improved
among the R1(E70A)-transfected clones because in those
cells, the calcium-binding site did not function properly
(Figs. 3C and 4C). This result implies that the ANXA4-
induced chemoresistance to platinum-based agents is
calcium dependent. It has been reported that cisplatin
induced increase of intracellular calcium concentration in
chemosensitive cells, but not in resistant cells [46, 50].

Together with this and the data by Chan et al., elevation
of intracellular calcium concentration induced by cisplatin
treatment may translocate Ca** bound form of ANXA4
from cytosol to plasma membrane, which results in
platinum-resistance[32]. We are currently investigating
on further analysis.

By analysing the intracellular  platinum
accumulation, we attempted to elucidate the mechanism
of the platinum resistance induced by ANXA4 and its
deletion mutants. When intracellular platinum contents
were quantitated just after exposure to cisplatin or 3 hr
incubation with cisplatin-free medium after exposure to
cisplatin, significantly less platinum accumulated in cells
transfected with the full-length ANXA4 (FL-22) and 3
deletion mutants (R3-6, R2-13 and R1-12), all of which
enhanced the resistance to the platinum-based drugs. In
contrast., RI(E70A)-transfected cells (RI1[E70A]-953),
which did not induce chemoresistance, had the same
amount of platinum accumulation as the control cells
(Figs. 3D and 4D). These results suggest that the
resistance to the platinum-based drugs is mediated by the
decrease in intracellular platinum accumulation, which is
calcium dependent. The annexin repeats, especially their
calcium-binding sites, may be involved in inhibition of
the influx, promotion of the efflux or both of platinum
drugs. Recently, Cu transporters (CTR1 for the uptake and
ATP7A and ATP7B for the efflux) have been reported to
be involved in resistance to both cisplatin and carboplatin
[14, 44, 51]. In addition, ANXA4 likely enhance platinum
efflux through the interaction with ATP7A [44]. The
possible mechanisms of inhibition of the influx mediated
by ANXA4 remains unclear and further analyses are
needed.

NS

—

[N

o
J

- ed e

o o

o O O,
L 1 L

1.00 -

Relative ratio of fluorescence
1/(F30/F0)

NC-14 FL-22 R1-12 R1(E70A)-95

Fig.6: The increase of intracellular chloride

concentration is related to cisplatin resistance,
ANXA4 deletion mutant series cells (NC-14, FL-22, R1-12

- and RI1[E70A}-95) loaded with N-ethroxycarbonymethyl-6-

methoxyquinolinium bromide (MQAE) were exposed to 100 uM
cisplatin. The fluorescence pre-treatment and during treatment
(30 min exposure) was compared in each cell clone. Data are
presented as mean + SD (*p < 0.01).

www.impactjournals.com/oncotarget

Oncotarget

— 100 —



Subsequently, the question regarding the
involvement of calcium-binding site in the platinum
resistance arose. To answer this question, we measured
[CI'], after cisplatin exposure. The significant increase in
[CI'], was observed in the cells with platinum resistance,
FL-22 and R1-12, compared with cell clones without
platinum resistance, NC-14 and RI(E70A)-95. In a
previous study, higher [CI]. was observed in cisplatin-
resistant cells compared with sensitive cells, whereas the
intracellular cisplatin accumulation showed the opposite
pattern [47]. These results, in addition to the results of
decreased platinum accumulation in resistant mutants,
indicate that ANXA4 induces platinum resistance through
cellular drug efflux partly by elevating the intracellular
chloride concentration. We report ‘partly’ because
only cisplatin, not carboplatin, was tested m our [CI],
assay. Cisplatin becomes intracellularly activated by the
aquation of 1 or 2 of the 2 chloride coordination sites, but
carboplatin does not contain any chloride coordination
sites [1, 52-54]. Thus, this mechanism of resistance
through elevation of [CI"], may be specific to cisplatin and
may not be true of carboplatin resistance. In this study, 3
cell clones overexpressing a deletion mutant (R3-6, R2-
13, and R1-12) show stronger tolerance to cisplatin than
to carboplatin in terms of their IC, ; a 1.7- to 2.2-fold
increase for cisplatin and only a 1.4- to 1.7-fold increase
for carboplatin (Fig. 3C). It is assumed that the increase
in [CI'], is one of the factors inducing cisplatin resistance.

In this study, the calcium-binding site in the
annexin repeat next to the N terminus was observed to
be responsible for the resistance to the platinum drugs.
Nevertheless, the role of the other 3 calcium-binding sites
has not yet been investigated. The roles of individual
calcium-binding sites were demonstrated using site-
directed mutagenesis by Nelson and Creutz regarding
calcium-dependent membrane binding and aggregation
[30]. The mutations in each domain had different effects
on the binding or aggregating activities, i.e. a mutation
in the first or fourth domain had a greater effect on
membrane binding. A mutation in the second domain
had a stronger effect on membrane aggregation, whereas
the mutation of the third domain was almost silent.
Although the mechanisms involved in membrane binding/
aggregation and the mechanisms of chemoresistance are
likely different, our data could provide some clues to
understanding the function of each annexin repeat and
each calcium-binding site in chemoresistance.

ANXA4 has been shown to induce resistance to
paclitaxel and platinum-based drugs [55]. The effect of
ANXA4 knockdown on paclitaxel sensitivity was assessed
in a previous study. The effect of sensitivity to paclitaxel
varied among different cell clones: ANXA4 knockdown in
the OVTOKO cell line with acidic isoelectric point (IEPS)
did not improve the sensitivity to paclitaxel, whereas
OVISE cell lines with basic IEPs showed improved
sensitivity to paclitaxel [43]. In our own preliminary data,

significant chemosensitisation to paclitaxel and etoposide
was confirmed in RMG-I Y4 and R5 (data not shown).
Further studies are required to identify the detailed
mechanism.

In summary, in this study, we observed the annexin
repeat, especially its calcium binding site, was associated
with platinum-resistance induced by ANXA4, and it
happened in calcium-dependent manner. Our findings may
help to understand the mechanisms of platinum resistance
induced by other annexin family proteins, which possesses
the same annexin repeat structure, and offer new strategies
for the treatment of chemoresistant cancers.

METHODS

Cell lines and culture

The human ovarian serous adenocarcinoma cell line
(OVSAHO), human ovarian mucinous adenocarcinoma
cell line (MCAS), human ovarian clear cell carcinoma
cell lines (OVTOKO, OVISE and RMG-I) and human
gastric cancer cell line INUGC3) were obtained from the
Japanese Collection of Research Bioresources (Osaka,
Japan). A2780 cells from the human ovarian serous
adenocarcinoma were obtained from the European
Collection of Animal Cell Culture (Salisbury, Scotland)
and OVCAR-3 cells from another human ovarian serous
adenocarcinoma were from American Type Culture
Collection (Manassas, VA). MCAS cells were maintained
in the DMEM medium and the others in the RPMI
medium, all supplemented with 10% foetal bovine serum
(FBS; Serum Source International, NC, USA) and 1%
penicillin—streptomycin (Nacalai Tesque, Kyoto, Japan)
at 37°C in a humidified atmosphere with 5% CO,. All the
cell lines were tested and authenticated.

Generation of ANXA4 knockdown cell lines

To generate stable ANXA4 knockdown cell
lines, RMG-I cells were transfected with a commercial
plasmid vector expressing short heparin RNA (shRNA)
that targeted ANXA4 mRNA or a negative control
nonspecific shRNA (SuperArray Bioscience Corp.,
KHO06928N; Frederick, MD, USA) using Lipofectamine
2000 (Invitrogen, Carlsbad, CA), according to the
manufacturer’s instructions. After selection using a culture
medium containing geneticin (600 pg/mL; Invitrogen),
stable clones were maintained in 250 ug/mL geneticin.
Two stable RMG-I-ANXA4 shRNA cell clones were
established, designated Y4 and R35 cells. In addition,
we transfected the empty vector into the RMG-I cell
line using the same procedure to generate control cells,
designated NC7.
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Construction of ANXA4 deletion mutants and
gene transfection

Using pcDNA3 1-ANXA4 as a template, full-
length ¢cDNA of ANXA4 was amplified using KOD-
plus (Toyobo Co. Led., Osaka, Japan) with the primers
forward 5'-TTGACCTAGAGTCATGGCCA-3".
reverse  S'-ATCATCTCCTCCACAGAGAA-3"  and
subsequently ligated into the pcDNA3.1/V5-His-TOPO
vector in-frame with the C-terminal V5 and 6x His tag.
To genecrate ANXA4 deletion mutants, annexin repeat
domains were deleted one by one from the C-terminal
site. Three deletion mutants named R3, R2 and Rl
were generaled and similarly amplified (an Arabic
number shows the number of annexin repeat domains).
The nucleotide sequences of the forward primers for
PCR were the same as those described above for all
the deletion mutants, and the reverse primers were as
follows: R3  5'-TATAGCCAGCAGAGCATCTT-3',
R2 5-CAGAGACACCAGCACTCGCT-3" and RI1
5'-CATCCCCACAATCACCTGCT-3". We subsequently
set out to generate an R1 mutant (the E70A mutation),
whose calcium-binding site does not work because of
the change of a negatively charged carboxyl group to a
neutral side chain, as previously described [30]. The site-
directed mutagenesis was performed using the KOD-Plus-
Mutagenesis kit (Toyobo), according to the manufacturer’s
protocol. These ¢cDNA fragments, including full-length
gene, were subsequently inserted between the Bg/ I and
EcoR 1 sites of the pIRES2AcGFP vector (Clontech,
Palo Alto, CA). The sequences of all the mutants were
confirmed using the ABI PRISM 3100 Genetic Analyser
(Applied Biosystems, Foster City, USA).

Full-length ANXA4, each ANXA4 deletion mutant
construct and the empty vector were transfected into
NUGC3 cells using Lipofectamine 2000 (Invitrogen).
Stable transfectants designated FL-12, R3-6, R2-13, R1-
12, R1(R70A)-95 and NC-14 were obtained by selection
in a medium containing geneticin and were maintained in
the same manner described above.

Western blotting

Cells were lysed in RIPA buffer (10 mM Tris—HCI,
pH 7.5, 150 mM NaCl, 1% Nonidet P-40, 0.1% sodium
deoxycholate, 0.1% SDS, 1x phosphatase inhibitor
cocktail (Nacalai Tesque) and 1x protease inhibitor
cocktail (Nacalai Tesque)), followed by centrifugation
(13,200 rpm, 4°C, 15 min). Soluble proteins in the
supernatant were separated using sodium dodecyl
sulphate polyacrylamide gel electrophoresis, as described
previously [28]. Additional information can be found in
the Supporting Information on Material and Methods
section.

Measurement of IC_ values after treatment with
a platinum-based drug

Cells were suspended in the RPMI medium
supplemented with 10% FBS, seeded in 96-well plates
(1,500/well for the RMG-1 series and 2.500 cells/well for
ANXA4 deletion mutant series). cultured for 24 h and
exposed to various concentrations of cisplatin (0-25 uM;
Sigma~Aldrich, St Louis. MO) or carboplatin (0-1000
uM; Sigma-Aldrich) for 72 h. Cellular proliferation
was subsequently evaluated using the WST-8 assay, i.e.
2-(2-methyosy-4-nitro-phenyl)-3-(4-nitrophenyl)-5-(2,4-
disulfophynel)-2H-tetrazolium monosodium salt assay
(Cell Counting Kit-SF; Nacalai Tesque) after treatment.
The absorption of WST-8 was measured at a wavelength
of 450 nm (reference wavelength: 630 nm) using a Model
680 microplate reader (Bio-Rad Laboratories, Hercules,
CA). Absorbance values for the treated samples were
expressed as percentages relative to results for untreated
controls, and IC, values were calculated.

Measurement of  intracellular
accumulation

platinum

Full-length ANXA4-transfected cells (FL-22), each
ANXA4 deletion mutant-transfected cell clone (R3-6, R2-
13, R1-12 and R1{E70A]-95), and control cells (NC-14)
were cultured up to 80% confluence in 150-mm tissue
culture dishes. The cells were then exposed to 100 uM
cisplatin for 60 min at 37°C and washed twice with PBS
either immediately or after 3 hr of incubation in cisplatin-
free RPMI 1640 medinm supplemented with 10% FBS.
Whole-cell extracts were prepared, and the concentration
of intracellular platinum was determined using an Agilent
7500ce inductively coupled plasma mass spectrometer
(ICP-MS; Agilent, Santa Clara, CA, USA).

In vivo model of cisplatin resistance

All animal experiments were conducted in
accordance with the Institutional Ethical Guidelines
for Animal Experimentation of the National Institute
of Biomedical Innovation (Osaka, Japan). Female
Institute of Cancer Research (ICR) mu/hu mice were
obtained from Charles River Japan (Yokohama, Japan).
Injection of the ANXA4 knockdown cells was performed
as follows: ICR nu/nu mice at 4 weeks of age were
subcutaneously inoculated (into the flank of the mice;
n = 6 per group) with 2.5 x 10° cells of RMG-I NC7
cells or RMG-I-Y4 cells in the total volume of 100 uL
of 1/1 (v/v) PBS/Matrigel (Becton Dickinson, Bedford,
MA). Injection of ANXA4 mutant-transfected cells, i.e.
mice at 5 weeks of age were inoculated with 10° cells of
NC-14, FL-22, R1-12 or R1(E70A) in the same manner
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as with the ANXA4 knockdown cells. Treatment with
cisplatin (3 mg/kg) or PBS i.p. was initiated 1 week after
inoculation and administered twice weekly for 4 weeks
(ANXA4 knockdown cells) and once a week for 3 weeks
(ANXA4 mutant-transfected cells). Tumour volumes
were determined twice weekly by measuring length (L),
width (W) and depth (D) and using the following formula:
tumour volume (mm®) =W x L x D.

[CI'], measurements

[CI], was measured using the fluorescent CI°
indicator N-ethroxycarbonymethyl-6-methoxy quinolinium
bromide (MQAE; Dojindo, Kumamoto, Japan). [CI']; is
detected by the mechanism of diffusion-limited collisional
quenching of MQAE fluorescence. MQAE fluorescence
intensity inversely correlates with [CI'],. The cells of the
ANXA4 deletion mutant series (NC-14, FL-22, R1-12
and R1[E70A]-95) were cultured in 35-mm tissue culture
dishes up to 20% confluence and incubated with a medium
containing 10 mM MQAE for 4 h at 37°C. After loading,
the cells were washed 5 times with Cl™-free buffer and
electrically stimulated under a microscope at 37°C in
a humidified atmosphere with 5% CO,. Fluorescence
measurements were initiated immediately at the indicated
periods using Biozero BZ-9000 (Keyence, Tokyo, Japan)
at 510/40 nm excitation and 380/50 nm emission. The
fluorescence was quantitated by means of a standardised
procedure using a BZ-II Analyser (Keyence), and the
data were presented as the reciprocal of the ratio of
fluorescence data (FO/F30) to identify possible correlations
with the increase in [CT]; .

Statistical analysis

All calculations involved one-way analysis of
variance (ANOVA) followed by Dunnett’s analysis to
evaluate the significance of differences. In all experiments,
p value of <0.05 was considered statistically significant.
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Summary

Given no reliable therapy for advanced malignant melanoma, it is important to elucidate the molecular
mechanisms underlying the disease progression. Using a quantitative proteomics approach, the ‘isobaric tags
for relative and absolute quantitation (iTRAQ)’ method, we identified that the extracellular matrix protein,
periostin (POSTN), was highly expressed in invasive melanoma compared with normal skin. An
immunohistochemical analysis showed that POSTN was expressed in all invasive melanoma (n = 20) and
metastatic lymph node (n = 5) tissue samples, notably restricted in their stroma. In terms of the intercellular
regulation of POSTN, we found that there was upregulation of POSTN when melanoma cells and normal human
dermal fibroblasts (NHDFs) were cocultured, with restricted expression of TGF-$1 and TGF-$3. In a functional
analyses, recombinant and NHDF-derived POSTN significantly accelerated melanoma cell proliferation via the
integrin/mitogen-activated protein kinase (MAPK) signaling pathway in vitro. The size of implanted melanoma
tumors was significantly suppressed in POSTN/Rag2 double knockout mice compared with Rag2 knock-out
mice. These results indicate that NHDF-derived POSTN accelerates melanoma progression and might be a
promising therapeutic target for malignant melanoma.

Significance

In this study, we found an extracellular matrix protein, periostin (POSTN), increased in invasive melanoma
compared with radial growth melanoma a quantitative proteomics approach, the ‘isobaric tags for relative
and absolute quantitation (iTRAQ)'" method. POSTN was exclusively expressed in the tumor-associated
stromal tissue not in the tumor cells, suggesting the paracrine effect of POSTN to melanoma cells
aggressiveness. As expected, secreted POSTN could augment cell proliferation in melanoma cell lines in
vitro. Moreover, we generated of postn and rag2 double knockout mice and showed significant inhibition of
human melanoma growth in those KO mice in vivo. This study could give us the cue of therapeutic effect on
melanoma growth by an agent controlling tumor microenvironment induced by POSTN.

630 © 2014 John Wiley & Sons A/S. Published by John Wiley & Sons Ltd
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Introduction

Malignant melanoma is one of the most aggressive
malignancies due to its strong capacity to grow, invade
and metastasize, and therefore, it is of high priority to
identify novel therapeutic targets and treatment options
for this cancer.

Periostin (POSTN), first described in 1993 in mouse
osteoblasts as osteoblast-specific factor 2 (OSF-2), is a
secreted matrix N-glycoprotein of 93 kDa (Takeshita
et al.,, 1993). The N-terminal region contains four fasci-
clin-like domains as well as several glycosylation sites.
The protein originally was identified in MC3T3-E1 osteo-
blast-like cells, where it promotes integrin-dependent cell
adhesion and motility. It shares homology with the insect
cell adhesion molecule fasciclin I, with human f 1gH3, and
is induced by transforming growth factor-f (TGF-f)
(Horiuchi et al., 1999), bone morphogenic protein-2 (Inai
et al., 2008), IL-4, IL-13 (Takayama et al., 2006}, and
PDGF-bb (Li et al., 2006). As a ligand to alpha(V)beta(3)
and alpha{V)beta(5) integrins, POSTN appears to activate
the Akt/PKB (protein kinase B) pathway, which is known
to facilitate cell survival and tumorigenesis (Bao et al.,
2004; Gillan et al., 2002; Yan and Shao, 20086).

POSTN promotes the epithelial-mesenchymal transi-
tion (EMT), cancer cell growth, angiogenesis, invasive-
ness, and metastasis in several cancers (Bao et al., 2004;
Baril et al., 2007; Erkan et al., 2007; Gillan et al., 2002;
Kudo et al., 2006; Li et al., 2002; Puppin et al., 2008;
Riener et al., 2010; Sasaki et al., 2001, 2002, 2003; Shao
et al., 2004; Soltermann et al., 2008a,b; Tilman et al.,
2007; Tischler et al., 2010). Although it was also reported
that melanomas expressed POSTN (Tilman et al., 2007),
the precise roles and the source of POSTN in malignant
melanoma are still unclear.

We investigated the functional role of POSTN during
melanoma tumor progression in vitro and in vivo. More-
over, we herein demonstrate that stromal cells, normal
human dermal fibroblasts (NHDFs), were important
sources of POSTN in cutaneous malignant melanoma
and that NHDFs promote tumor growth and progression
and modulate the tumor microenvironment by secreting
POSTN in cutaneous malignant melanoma.

Results

Protein expression profiles in melanoma and normal
skin

To identify the proteins associated with the progression
of melanoma, we performed comparative protein expres-
sion profiling between in situ melanoma tissues and
matched normal skin tissue, or between invasive mela-
noma tissue and matched normal skin tissues. We
identified a total of 1062 proteins, and 1036 proteins
were guantitatively analyzed by the iTRAQ 4-plex tech-
nology using a nano LC-MS/MS analysis. The complete

© 2014 John Wiley & Sons A/S. Published by John Wiley & Sons Ltd
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list of all proteins identified is shown in Table S1. Among
the identified proteins present at different levels in the
invasive melanoma lesions compared with matched
normal skin, 30 proteins were found to have increased
more than 15-fold, while 67 proteins decreased to <0.25-
fold (Table S1). As expected, S100, a protein previously
known to be overexpressed in melanoma, was identified
as one of the overexpressed proteins. Interestingly,
POSTN was found to have a 25.703-fold higher expres-
sion in invasive tumor tissue compared with matched
normal skin and showed a 4.434-fold higher expression in
in situ tissue compared with matched normal skin
(Table S1).

Expression of POSTN in melanomas

To confirm the altered expression of POSTN in invasive
melanoma, we performed a Western blot analysis using
proteins extracted from the same samples. As shown
in Figure 1, POSTN was highly expressed in invasive
melanoma tissue and slightly expressed in in situ tissue,
although POSTN was faint in normal skin tissue
(Figure 1A).

We thereafter preformed an immunohistochemical
analysis of 20 invasive melanoma tissues and five
metastatic lymph nodes. The expression of POSTN was
observed in all invasive melanoma tissue samples and
metastatic lymph nodes (Figure 1B). POSTN was local-
ized in the stroma of the invasive melanoma, with a
mesh-like structure (Figure 1C). Together, these data
demonstrate that POSTN was overexpressed in invasive
melanoma at the protein level; this was consistent with
the results of our iTRAQ analysis.

POSTN is produced by NHDF instead of melanoma
cells

We also analyzed the expression of POSTN in the cell
lysates from three melanoma cell lines (MeWo, G-361,
and VMRC-MELG) and melanocytes by Western blot
analysis; however, the expression of POSTN was not
observed in these cells (Figure 2A). Because POSTN was
expressed in melanoma tissue samples, but not in
melanoma cell lines, we hypothesized that an interaction
between melanoma cells and NHDFs was required for
the optimum expression of POSTN. First, we cocultured
NHDFs with the MeWo, G-361, and VMRC-MELG cell
lines and performed RT-PCR and a Western blot analysis.
An overexpression of POSTN mRNA was only observed
in the cocultured cell lysates (Figure 2B), and POSTN
protein was detected in the cocultured supernatant in a
time-dependent manner (Figure 2C).

To identify the source of POSTN, we cocultured
NHDFs with CFSE-labeled MeWo cells for 48 h, and
sorted these cells into NHDF and MeWo populations. The
expression of POSTN mRNA measured by RT-PCR
showed the source of the POSTN to be the NHDFs, not
the MeWo cells (Figure 2D).
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TGF-$1 and TGF-$3 mRNA expression in NHDFs after
the coculture with melanoma cells

While the coculture of NHDF and melanoma cells was
effective for the induction of POSTN expression, it was
unclear how POSTN was induced during the coculture. To
investigate the effect of soluble factors secreted by
melanoma cells, we cultured NHDFs in the conditioned
medium from MeWo or G-361 cells, and measured the
expression of POSTN. However, the overexpression of
POSTN was not observed at the protein level during
these experiments (Figure 2E).

Next, to detect the soluble factors inducing POSTN in
NHDFs, we examined the expression of POSTN-inducing
cytokines, such as TGF-$1, 3, IL-4, IL-13, BMP2, and
PDGF-bb, which are known to be soluble inducers of
POSTN. During the RT-PCR analysis, IL-4, IL-13, BMP2,
and PDGF-bb mRNA were not affected after the
cocultured of melanoma cells and NHDFs (Figure 2F).
However, TGF-81 and TGF-3 mRNA were both signif-

632

intradermal nevus

Figure 1. POSTN expression is much
higher in melanoma tumor tissues
compared with normal lesions. POSTN is
predominantly expressed in the stroma of
the melanoma tumors not melanoma cells.
POSTN was slightly expressed in the in situ
melanoma tissues (patient No. 1, No. 2)
and highly expressed in the invasive
melanoma tissues (patient No. 3} in a
Western blot analysis (A). POSTN staining
of invasive melanoma samples (upper three
panels) and metastatic lymph nodes
(middle three panels), but no expression of
POSTN was detected in the pigmented
nevus {lower left panel). Positive cells are
stained red with ALP colorization. Bar
indicates 100 pm (B). The confocal
microscopic analysis showed that POSTN
was strongly expressed in the stromal
tissue with a lattice pattern in the 3
melanoma tissues (left 3 panels) not in the
intradermal nevus (right panel). Bar
indicates 20 um for melanoma and 10 pm
for intradermal nevus, respectively (C).

icantly upregulated in the cocultured NHDFs (Figure 2F).
In addition, neutralization of TGF- in the coculture
markedly blocked the increase in POSTN expression
(Figure 2G).

These findings indicate that cell-cell contact between
NHDFs and melanoma cells is important for the expres-
sion of TGF-fs and POSTN from NHDFs, but the
secretion of proteins from melanoma cells is not impor-
tant for this effect.

Expression of integrin av$3 and «vp5 in melanoma
cells

Because integrin avf3, avfb, and o684 are well-known
receptors for POSTN, we investigated the expression of
these molecules by a Western blot analysis. We observed
the expression of integrin avf3 and avp5 in the MeWo
and G-361 cell lines (Figure 3A). On the other hand,
integrin «684 was not expressed in the melanoma cells
(data not shown).

© 2014 John Wiley & Sons A/S. Published by John Wiley & Sons Ltd

— 109 —



Periostin augments melanoma progression

F TGFB1 TGER3

sxe

Supermnatant

IGAPTHH

Celllysate

TEERY
TGRRYGAPDH
SBRLEBBAS

GAPDH

b e o e

BT R T R B

Mewe NHDF

55 €3 £

LGARPDH
HLAABIGAPDH

B 5
POSTNmRNA lavel #
e POSTH )
e 3 e P,
B=1 i i i { ren
&
@ 2
Z
=
8 x
c . i
5 2
2 S a3
o s 4 147
2w
E Q
z g«

POSTN NHMDF 24h 48n  05%
(Supermatant} Fes G
POSTN Supernatant
GAPDH 12 NHDF
GAPDH 2 Mewn
3 HHDF + Mewo
Day Antibady

Figure 2. NHDFs secret POSTN during the coculture with human melanoma cells. The POSTN protein was upregulated in the supernatant after
the coculture of NHDFs with human melanoma cells as determined by a Western blot analysis (A). POSTN mRNA was upregulated in the cell
lysates after the coculture of NHDFs with human melanoma cells (B). POSTN expression was upregulated in the coculture media in a time-
dependent manner (C). NHDFs, but not MeWo cells, induced POSTN expression under the coculture conditions (D). POSTN was not upregulated
in the treatment with the conditioned media (E). The levels of TGFA1, TGFS3, IL-4, IL-13, BMP2, and PDGF-bb from NHDFs were increased after
the coculture of NHDFs with melanoma cells (F). POSTN expressions were evaluated in cultured cells with or without anti-TGF-f neutralizing
antibody (10 pg/mi, #MAB1835, R&D system, Minneapolis, MN). Neutralization of TGF-f blocked the increase in POSTN periostin in cocultured

NHDF (G). *** indicate P-value <0.001.

Recombinant POSTN protein accelerates the
proliferation of melanoma cells

To investigate the role of POSTN in the proliferation of
human melanoma, we performed the MTT proliferation
assay using recombinant human POSTN. The melanoma
cells proliferated significantly more than control cells
following the treatment with recombinant POSTN
(Figure 3B). The proliferation in response to the treatment
with recombinant POSTN was suppressed by anti-inte-
grin avf3 and avf5 antibodies, which can neutralize the
stimulation by POSTN (Figure 3C).

The phosphorylation of Akt and p44/42MAPK was
observed in the cells treated with 100 ng/ml of recom-
binant POSTN (Figure 3D). However, the proliferation in
response to the treatment with recombinant POSTN
was abrogated by treatment with a MAPK inhibitor
(PD98095), but not with an Akt inhibitor (LY294002)
(Figure 3E). These results indicate that POSTN promotes
melanoma proliferation via the integrin/p44/42MAPK
pathway.

© 2014 John Wiley & Sons A/S. Published by John Wiley & Sons Ltd

NHDF-derived POSTN gene transfection promotes
the proliferation of melanoma cells

To investigate the role of NHDF-derived POSTN in mela-
noma, we transfected the NHDF-derived POSTN gene into
MeWo cells (POSTN-low: lower POSTN expressing
MeWo cells, POST-high: higher POSTN expressing MeWo
cells, Figure 4A) and performed the MTT proliferation
assay. The proliferation of POSTN-MeWo cells was
significantly upregulated compared with control-MeWo
(CTL-MeWo) cells in a time-dependent manner and much
higher in POSTN-high cells (Figure 4B).

Significant suppression of human melanoma tumor
growth in POSTN gene-deficient mice

We established immunodeficient Rag2 knockout mice
(Rag2 KO mice) and POSTN and Rag2 double knockout
mice (POSTN/Rag2 KO mice). We transplanted the
MeWo human melanoma cell line subcutaneously onto
the back of each of 17 mice and measured the tumor size
for 70 days. The resulting tumors were smaller in the

633

— 110 —



Kotobuki et al.

HeWo G351 282

integnn ov i

YoProliferation

GAPDH

¢ o w0 1000 {agim)
. Periastin treatment
Integrin §3
G-361
GAFDH 200 -
kA
e
Wevde G361 549 g
H
Integrin 5 g 10
£
¥ 5o
GAFDH B .
o 0w e 1000 ity
Periostin treatment
VMRC-MELG
180
nsoj ** . il
148 5
£ 04
H mj
3 80
5 o
404
20
o — - ao— -
a 10 100 1068 ingirmi)

Perostin treatment

0 10 30 &0min
HPOSTN treatnrent

NS xk
160 186 f
140 160 i
140 i
bt £ 20
3 100+ 3 1
- Eo0
z ia
& 60 £ 60
# w0 R 4
20 20
0 e g o
No cmﬁmx Posmmpx No treat+Ake POSTN® Akt
bitor inhibitor inhibitor

Figure 3. Recombinant POSTN protein accelerates melanoma cell proliferation via the integrin/P44/42MAPK pathway. Integrins av, 83, and 5
were expressed in human melanoma cell lines (A). Recombinant POSTN increased the proliferation of human melanoma cells (MeWo, G-361,
VMRC-MELG) (B). Neutralization of integrins avf3 and avp5 inhibited MeWo proliferation after the treatment with recombinant POSTN (C). The
phosphorylation of Akt and P44/42MAPK in MeWo cells after the indicated treatment (D). Significant inhibition of MeWo cell proliferation after the
treatment with recombinant POSTN by MAPK or Akt inhibitor (E). *, **, and *** indicate P-value <0.05, <0.01, <0.001, respectively.

double KO mice on day 56 after transplantation compared
with the single KO mice (Figure 5A). The number of Ki-67-
positive cells was significantly lower in the double KO
mice compared with Rag2 KO mice which indicated
decrease in cell proliferation (Figure 5B, C). The levels
of the aSMA protein, known as a marker of myofibro-
blasts and collagen tissue, which is colored red with
E-V (Elastica van Gieson) staining, were decreased
(Figure 5B). The growth of implanted melanoma tumors
was also significantly suppressed in the double KO mice
(Figure 5D).

Discussion

In this study, we reported the expression and function of
POSTN in the ontogeny and progression of human
malignant melanoma. We first noted the upregulation of
POSTN protein expression in melanoma tissues com-
pared with adjacent normal skin using an iTRAQ analysis,
thereafter confirmed that higher expression in invasive
melanoma. These results suggested that the upregulation
of POSTN expression might be associated with the tumor
malignancy. In the confocal microscopic analysis, POSTN
was predominantly found to be distinctively localized in

the stroma of invasive melanoma tissue, but not in
cultured melanoma cells, thus suggesting the possibility
that POSTN is derived from NHDFs to affect the
melanoma microenvironment. The coculture of human
melanoma cells with NHDFs robustly induced POSTN
expression. These results indicate that POSTN expres-
sion is produced by NHDFs, but not by melanoma cells.

Recent studies have revealed that interactions
between tumor cells and the surrounding stroma play
an important role in facilitating tumor growth and inva-
sion. In the present study, the induction of TGF-gin NHDF
was found by melanoma cell-NHDF cell contact, and the
behavior of dermal fibroblasts was altered to promote
tumor growth ‘and invasion by the interaction with
surrounding melanoma cells. As reported previously,
integrin was found to activate autocrine TGF-§ signaling
(Asano Y et al., 2005). In the present study, integrin was
found highly expressed in melanoma cells (Figure 3). It
suggested the similar mechanism of activated autocrine
TGF-B signaling by integrin might be involved in the
interaction of melanoma cell-NHDF.

Recent studies have revealed the importance of the
fibrotic microenvironments surrounding cancer cells and
the interactions between the host tissue and cancer cells
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Figure 4. There is a significant increase in the proliferation of POSTN-
transfected MeWo cells. POSTN gene transfection into MeWo cells
(A). POSTN gene transfection upregulates the proliferation of MeWo
cells (B). * and *** indicate P-value <0.05, <0.001, respectively.

for tumor growth and progression, because tumors are
dependent on the normal host tissue-derived stromal
cells and vasculature for growth and sustenance (Hana-
han and Weinberg, 2000; Nyberg et al., 2008; Polyak and
Kalluri, 2010; Quaranta, 2002; Yang et al., 2003; Zeisberg
et al., 2002). Although there has been no previous report
of a role of POSTN as stromal microenvironment in
malignant melanoma, our data suggest that such a role
exists.

We previously reported that POSTN accelerates dermal
fibroblast proliferation, migration (Ontsuka et al., 2012),
and myofibroblast differentiation, collagen 1 production
(Yang et al., 2012), resulting in dermal fibrosis, and Elliott
et al. also revealed the modulation of myofibroblast
differentiation by POSTN (Elliott et al., 2012). These data
support that NHDF-derived POSTN overexpression in the
stroma of melanoma could affect the stromal microenvi-
ronment by activating dermal fibroblasts followed by
tumor progression. In another report, impaired fibrous
capsule formation of the implanted tumor was found in
periostinnull mice, resulting in accelerating the tumor
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expansion (Guarino, 2010). Although our present data
seem to be opposite of the previous report, MeWo cell
established from human melanoma did not histologically
form the surrounding fibrous capsule and the tumor
immunity was canceled on the basis of Rag2 KO immune-
deficient mice. Periostin expressed on intertumor space
may be affected to accelerate adjacent melanoma cells in
the present study setting.

We also revealed the proliferative effect of POSTN in
human melanoma using recombinant and NHDF-derived
POSTN. In details, we investigated the phosphorylation of
FAK, STAT3, Akt, and p44/42MAPK, which are known to
be the downstream pathways of integrin signals (Guarino,
2010). We did not observe any increase in the phosphor-
ylation of FAK or STAT3 (data not shown), but upregulat-
ed phosphorylation of Akt and p44/42MAPK was
observed after the treatment with recombinant POSTN.
We also revealed that the proliferative effect of POSTN in
melanoma is mediated by the integrins avf3 and avp5/
p44/42MAPK  signaling pathway, but not by the Akt
pathway which is previously reported pathway (Bao
et al., 2004; Ouyang et al., 2009; Yang et al., 2012).

To investigate the agonistic effect of POSTN on
melanoma tissue growth in vivo, we transplanted MeWo
cells into Rag2 KO mice and POSTN/Rag2 KO mice. The
number of cells that were positive for Ki-67 was signif-
icantly decreased in the tumors of POSTN KO mice. In
addition, the number of «SMA positive cells and the
collagen expression which are known to be induced by
POSTN in our previous study (Yang et al., 2012) were
also decreased in POSTN KO melanomas, thus suggest-
ing that there was suppression of the stromal microen-
vironment in these melanomas.

It has been reported that the POSTN expression in
several cancers plays important roles in cancer progression
asaresultof increased proliferation, migration (Gillan et al.,
2002), EMT (Soltermann et al., 2008a,b), and angiogenesis
(Shao et al., 2004). In this study, our findings showed the
source of POSTN to be restricted to NHDFs in human
melanoma tissues, and that these stromal NHDFs
between tumor cells may activate melanoma cell progres-
sion and invasion through an enhanced deposition of
POSTN in the melanoma microenvironment.

Recent advances in the therapeutic approach for
advanced melanoma have led to many clinical trials for
patients with melanoma. For example, a BRAF inhibitor
was reported to dramatically improve the prognosis of
patients with melanoma. However, it was only effective
in patients with the VB00OE gene mutation in the tyrosine
kinase site (Atefi et al, 2011; Flaherty et al, 2010).
Treatment with an anti-CTLA4 antibody can augment the
anti-tumor immune response against melanoma tissue by
blocking the immune-attenuating molecule, CTLA4, in
T cells. However, the administration of the CTLA4
antagonist can induce severe autoimmune reactions,
such as colitis and skin rashes (Weber, 2008). Therefore,
it is essential to look for other therapeutic modalities with
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novel mechanism(s) of action, which are not associated
with such life-threatening adverse events. We believe
that POSTN is important for the growth of melanoma,
because the implanted melanoma cell grew more slowly
in POSTN-depleted mice compared with matched control
mice. A therapeutic approach targeting POSTN and its
related signaling may lead to a safer treatment for
malignant melanoma, and one that is less likely to be
thwarted by resistance of the cancer cells.

In this experimental setting, there was no significant
improvement in the overall survival in the POSTN-
depleted mice even though the tumor growth was
attenuated in KO mice compared with control mice on
an immune-deficient background. There is no doubt that
the survival is strongly dependent on the metastasis of
the inoculated tumor cells, but we did not observe any
metastasis in either the KO or wild-type mice, which likely
contributed to the lack of a difference in the overall
survival between the groups.

In conclusion, in human melanoma tissue, NHDFs
interacted with melanoma cells to induce POSTN, which
directly promoted melanoma cell proliferation by activat-
ing integrin/p44/42MAPK signals and indirectly instituted
a fibrotic microenvironment in the tumor, thus resulting in

There was significant suppression of
melanoma tumorigenesis in POSTN gene
knockout mice (D). *, **, and *** indicate
P-value <0.05, <0.01, <0.001, respectively.

a progression of the melanoma. As a result, the suppres-
sion of POSTN represents a novel therapeutic target for
cutaneous malignant melanoma.

Methods

Cells and tissue samples

Human melanoma cell lines (MeWo, G-361, and VMRC-MELG) were
obtained from the Japanese Collection of Research Bioresources
(JCRB, Osaka, Japan), and NHDFs were obtained from TaKaRa Bio
(Shiga, Japan). 293, 231, and A549 were represented by HEK293,
MDA-MB-231, and A549 cancer cell lines loaded as positive controls,
respectively (JCRB). All melanoma and normal tissue samples were
obtained from patients at Osaka University Hospital (Department of
Dermatology, Osaka, Japan). All clinical samples were collected after
approval was obtained from the local ethics committee, and informed
consent was obtained from each patient for use of the samples. Details
of cell culture are described in Data S1.

Mice

Twelve-week-old Rag2-deficient (Rag2~/~, C57BL/6 background) and
periostin-deficient (Postn™~, C57BL/6 background) mice were
used for the studies (Shimazaki et al., 2010). Experiments were
undertaken following the guidelines for the care and use of
experimental animals as required by the Japanese Association for
Laboratory Animals Science (1987).
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Sample preparation and iTRAQ labeling
Proteins were extracted from the frozen tumor and normal skin tissue
samples. Details are described in Data S1.

Extracted proteins were purified using a 2D clean-up kit (GE
Healthcare, Buckinghamshire, UK). Subsequently, 100 pg of each
protein was dissolved, reduced, alkylated, and digested with trypsin,
according to the manufacturer's protocol {Applied Biosystems,
Foster City, CA, USA). The samples were labeled with iTRAQ
reagent: reagent 114 for melanoma in situ, reagent 115 for normal
skin lesions of melanoma in situ, reagent 116 for invasive melanoma,
and reagent 117 for normal skin lesions of invasive melanoma. The
labeled peptide samples were mixed and fractionated as described
previously (Serada et al., 2010).

Mass spectrometric analysis and iTRAQ data analysis

NanoLC-MS/MS analyses and iTRAQ data analysis were performed
as described in Data S1.

Western blot analysis

Cell lysates and supernatant fluids were used for the Western blot
analyses. Details were described in Data S1.

Immunohistochemistry

Patient with paraffin-embedded melanoma tissue sections and in
vivo mice melanoma tissue sections were stained with hematoxylin
and eosin (H&E). For the immunohistochemical analysis, primary
antibodies were used at the following dilutions: the human and
mouse anti-POSTN (1:3000; Abcam, Tokyo, Japan), mouse anti-Ki-67
(1:500; Novocastra Laboratories Ltd, Newcastle, UK}, and mouse
anti-o-smooth muscle actin {-SMA; 1:3000 dilution; Sigma-Aldrich,
St. Louis, MO, USA). Details are described in Data S1.

Reverse transcription polymerase chain reaction
(RT-PCR) analysis
To confirm the altered expression of POSTN in melanoma cells and
NHDFs, melanoma cells (MeWo, G-361, and VMRC-MELG), NHDFs,
and the cocultured cell samples were subjected to RT-PCR. p-actin
was used as a housekeeping gene to evaluate and compare the
quality of different cDNA samples. The primer sequences and the
expected sizes of PCR products were as follows:

periostin, forward, 5'-TTGAGACGCTGGAAGGAAAT-3’

reverse, 5'-AGATCCGTGAAGGTGGTTTG-3' (199 bp);

p-actin, forward, 5-AGCCTCGCCTTTGCCGA-3'

reverse, 5-CTGGTGCCTGGGGCG-3'(174 bp);

Details of total RNA extraction, quantitect reverse transcription,
and RT-PCR are described in Data S1.

Quantitative reverse transcription polymerase chain
reaction (gT-PCR) analysis

Normal human dermal fibroblasts were cocultured with CFSE-labeled
MeWo and G-361 cells for 24 h. Thereafter, we sorted these cells
into NHDF, MeWo, and G-361 cells using a FACS system. Next, the
total RNA was isolated from the sorted NHDF, MeWo, and G-361
cells, and the products were reverse-transcribed into ¢cDNA. The
expression of TGFp1, TGFB3, IL-4, IL-13, BMP2, and PDGF-bb was
measured using the Power SYBR Green PCR Master Mix (Applied
Biosystems, Tokyo, Japan) according to the manufacturer's protocol.
Glyceraldehyde-3-phosphate dehydrogenase (GAPDH) was used to
normalize the mRNA, as GAPDH was not affected by the treatment.
The primer sequences used were as follows:

TGFpB1, forward, 5'-TCGCCAGAGTGGTTATCTTTTG-3
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reverse, 5-AGGAGCAGTGGGCGCTAAG-3;

TGFp3, forward, §-GCCCTTGCCCATACCTCCGC-3
reverse, 5-CGCAGCAAGGCGAGGCAGAT-3;

GAPDH, forward, 5-GGAGTCAACGGATTTGGTCGTA-3
reverse, 5'-GCAACAATATCCACTTTACCAGAGTTAAS'
L4, forward, 5-ACATTGTCACTGCAAATCGACACC-3/
reverse, 5 -TGTCTGTTACGGTCAACTCGGTGC-3;
IL-13, forward, 5'-GCAATGGCAGCATGGTATGG-3'
reverse, 5-AAGGAATTTTACCCCTCCCTAACC-3;
BMP2, forward, 5-ACTCGAAATTCCCCGTGACC-3
reverse, 5-CCACTTCCACCACGAATCCA-3;

PDGF-bb, forward, 5-CAGCGCCCATTTTTCATTCC-3'
reverse, 5-GTTTTCTCTTTGCAGCGAGGC-3',

Construction of a NHDF-derived POSTN expression
vector

To construct a NHDF-derived POSTN expression vector, the cDNA of
human POSTN derived from NHDFs cocultured with melanoma cells
was amplified. The amplified ¢cDNA was then inserted into the
pcDNA3.1/VB-His-TOPO vector (Invitrogen, Carlsbad, CA, USA) and
designated pcDNAS.1-POSTN.

Generation of NHDF-derived POSTN stable
transfectant melanoma cells

To generate NHDF-derived POSTN stable transfectant cells (POSTN-
MeWo), the MeWo cell line was transfected with pcDNA3.1-POSTN
using Lipofectamine 2000 (Invitrogen) according to the manufac-
turer's instructions, after which the cells were selected with 500 pg/
mi of Geneticin (GIBCO; Invitrogen). Stable clones were maintained
in 250 pg/mi of Geneticin.

Proliferation assay

The proliferation of MeWo, G-361, VMRC-MELG, and POSTN-
MeWe melanoma cells was examined using the Cell Counting
Reagent SF (Nacalai Tesque, Kyoto, Japan) according to the manu-
facturer's recommendations, and then, absorbance was measured
with a microplate reader (model 680; Bio-Rad, Tokyo, Japan) at test
and reference wavelengths of 450 and 630 nm, respectively.

Kinase inhibition assays

The cells were incubated for 2 h with kinase inhibitors (Cell Signaling
Technology, Beverly, MA, USA): LY294002 (10 uM) as an Akt inhibitor
and PD98095 (10 pM) as a MAPK inhibitor. Cells were then
stimulated with 100 ng/ml of recombinant POSTN in the same
media. After stimulation, the MTT proliferation assay was performed.

Statistical analyses

The results are presented as the means + SD. The analyses were
carried out using the two-sided, unpaired Student’s ttest or the two-
sided Welch test. Multiple comparisons between groups were made
by Fisher's or Dunnett's methods. We considered values to be
significant when P < 0.05.
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