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oral squamous cell carcinomas: a basic study.
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28 o b 52 g AR T HEMOK205 D i il £ 8 (MCA) % laminin 5F 721X 1M collagen
Pa— kL7 Lb—bkEIZBET EHELHHITnonolayer colonylZZE{L L., S HIZ
laminin 5 L CIXFLWMESBAE LT, ZOBR(Tlaninin 5ICXK DA T 7
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PLAVEIC XV laminin 5 L TOMCAO M 7 BRI BT 5 F v U U {kSre (
Tyr215, Tyr529, Tyr418D U »fEfkSre) OREEZHRB LIZE Z A, Tyr2l5Y VR
{ESrc & Tyr529 U > b SrclI A AL 2 BRI IC EICEEWNICRE L2y, ok Bk R
X RS CRENE LT, 2D Z & 5SredDTyr215E Tyr5290 U v gk A2
MRS BEOBERICES T2 2N RBRINTE, CRNLOEENLSreZENE LT
=i - EEBEIRE O TREME N R S T,
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Multicellular aggregates of MOK205, an oral squamous carcinoma cell line, transformed
to monolayer colonies on laminin 5 and type 1 collagen substrates, and then showed cell
dispersion only on laminin 5. This phenomenon was triggered by the increased motility
and disruption of E-cadherin—mediated intercellular adhesion via the activation of
integrin receptor by laminin 5. When PP1, a specific inhibitor of the Src family, was
added to the cell scattering model of MOK205, cell dispersion was almost completely
blocked, suggesting that Src was involved in the interaction between integrin and cadherin.
In addition, fluorescence microscopic observation revealed that phospho—tyrosine 215-Src
and phospho—tyrosine 529-Src were localized along the cell membrane of the intercellular
adhesion of MOK205 immediately before cells started dispersion on laminin 5. Taken
together, these results suggested that Src could be a target of the invasion/metastasis
inhibition therapy against oral squamous cell carcinomas
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T 5 LEREFZ, 1 RAY 2 K D MleE S
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S BT I NENTTEREEIRRE & 72 5 72 0SCC
FRII A RAU O &2 K 0 AR A
FisZ lick iRk cbAERFTH L
Z L7 (Kawano,K., 2005) @, Zo k57
AT o, A2 HLRE N 2 1R 5 5 iR
X0 RAU @& 3mf S, Vo oEmN
TN RAY o OE & 2HERFT 25 2 &3,
BRIV EEEZEZ BND,

INHDIZ NG, 0SCC DM - BT
ZHRT B 70213l R Y U RERE O R ik
Wa A 770 Eh FNY v OMMEER
(Z7mAb—7) ICEETLIHMANT 7L
DENLHLNMZTAZEBZVETHD, &
HIZZ OB OBIEIC X iR - oMb
BB TELILDEEZD,

(1) Kawano, K. et al. Intratumoral expression
of thymidylate synthase is an independent
predictor with
squamous cell carcinoma of the tongue: results
from a retrospective study. Int J Oral
Maxillofac Surg, 35:258-264, 2006

of prognosis 1in patients

S - BB
FERE LR, R, R, BT, T A R

(2) Kawano, K.
a3 B 1 disrupts of intercellular adhesion. Exp
Cell Res 262:180-196, 2001

et al. Engagement of integrin

Predictive value of
type
metalloproteinase expression for
lymph node metastasis in T1 and T2 squamous cell

(3) Kawano, K.
laminin-5 and

et al.
membrane

l-matrix
cervical

carcinomas of the tongue and floor of the mouth.
Head Neck 28:525-533, 2006

(4) Kawano, K. et al. Roles of N-cadherin in
invasion and metastasis of E-cadherin—negative
ORAL

oral squamous carcinoma cell lines.
ONCOLOGY vol.10:171-174, 2005

2. OB

0SCC DI - ERBITIRLS B D . E X b
HAT TV D D R OMAEER
(7R N—7) ZRDHTREEZRALGMNIL,
T FRERIER L LT LS ATERRTE.
Teb LR - B IMERIE LML T 5 2 &
ZHPE LT,

3. WO FE
(1) 0SCC HH sk

LRl PR T R O BT L 72 e
Kk MOK201 7 m—=>2 72 L 0574
fakk MOK205, MOK211, MOK214, MOK215 % H
VN2, MOK205 & MOK214 IZE 1 RV &%
BLL., #eaREds 2 ~3 e8I 72 0SCC Hilg
¥THDH, —J. MOK211, MOK215 1X E 7 R~
UURENRS, ROVICN T RAY &3
BL., WEMICHEVOEEZE L. Miek
BEENZ LW (BE 1, GH 2|2 MOK205 &
MOK215 OF —X ZRd, fwl4 £V0), &5
2B b OFERE ERCEE SCC9 (AATC 2> BIEN)
iz,

T D OMAEIE 10%8E R Y iy (FBS)
Wl Dulbecco’ s minimum essential medium
(D-MEM) +F-12 medium (1: 1) J&A&E:H (Gibeo
BRL, #12400-024) |Z CHECHERF L 7=,

R BAMTECIE, B5Hiod FBS 2 &2 Wik T
FCwE ., &HEKAYIZ insulin-transferrin-
selenium (ITS, Gibco BRL . #51500—056)
RN D-MEM/F12 £2H#12 B L. T _TDFEE
Mg I T > 72,
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- BUSre-pY215 Hifk : Fr v 215 DY VR
fbzdBilk v AR Y 7 v — bk,
- U Sre-pY418 Hifk : Fr 2 418 DY Uik
fLZiBik v ¥RV 7 v — L Hik,
* B Sre-pY529 Hifk : Fr 529 DY g
L2387 ¥RV 7 v — L Hik,

WL Biosource £f (#44-658, #44-660G.
#44-622G) HHEEA LT,
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SCC9 matrix (laminin 5 rich matrix)
dish/plate : SCCO |ZEBF 72 laminin b Z EEA
L. Mifashcsrwd % 0SCC Afakk Th 5,
AREBRTIE laminin 5 I FTpEE & LT SCC9
DEEAT D IE - 7=,

F97SCCO & 92 mm o FEEM F 721X 24 )T
L — h T confluent (272 5 F CHEMIGE L.
PBS (=) T C¥EE4. 20 mM EDTA, 1 mM PMSF,
10 u g/ml leupeptin., 10 u g/ml soybean
trypsin inhibitor W% 92 mm¢ EEEEMLIZ
X 3 ml/dish, 24 XL — KMIZiE 300 u
1/well 720 Adu, 4CIZCT—BeFkE L,

Jam s — MIRICHBEEL T 2D T, E5HI|29R
SERyT 47952 LI2X0MlazsE
BITBRE L, E5120. 1% BSAIKIZ T 37°C,
30 ZyfEIALBR L7=%% ., EBRIZHER L7,

SCC9 CM or I A collagen coating dish
/plate:SCCY M 70% confluent MEIZHTfELS %
#% (D-MEM/F-12 + ITS) |ZAZ#aL . 2 HfHE:
Teth, BBRERIR Uiz, Z OHEK %50
L CHM A &2 B2 L, 5mMEDTA, 1 mMPMSF,
10 u g/ml trypsin inhibitor Z ¥ L. SCCI
conditioned medium (SCC9 CM) & L7z,
SCCO9 CM E721% T % collagen (50 u g/ml.
Wako, #038-13892) % 92 mm¢ &ML E 7-1%
24 X7 L— RMIINx, 37 CT 30 oI
4 CT—WefE L7z, S HIT0.1% BSAIKRIZ
T 37 “C.30 /y[HALER L7t BRIk L7,

(4) MR EETE (MCA) DIERK

12 mg/m poly 2-hydroxyethyl methacry-—
late (poly-HEMA. Sigma ft. #P-3932) &R

(95% % 7 — /L CifiE) 1 ml Z 92 mm ¢ K
EIMIZANTIEZ =2 — kL, 37°CIT THIE
SE7=%. UVIRE LT,

{5 R 12 poly—HEMA ALEEEZ#E L% PBS(-)
T2[E], BT 1 [EEE L2, 3 X 10° @
/dish @ 0SCC Miffnz £ &, 37 C, 5% CO,
IZTERZAT o 7o, BRI R ILIC A
T MR IE LAY T ERE LSOl
B (multicellular aggregate. MCA) %A%
T %,

(5) Moy Bee T v

MCA % SCCY matrix RCTR=aF—4F 7y
OMifast~ Y v 7 A% a— kLRI
HHEWVWIE T L — bk EIZEL &L MCA X
monolayer colony {272 V) . D% EB:E
DRI, MlaoBEEC D, ZOBST
7I=v5 ECHETHDLY, ZOETNLE
FANWTA T 7V bl R D%
B DIFENT %247 > T,

(6)Src family OF 1> FF—BREAHE
HUAI PPL 1T K 2 HERa sy B il 52 5

laminin 5 rich matrix F 72 1% I &
collagen T HET NV OEEFERIKIZ
12 u M PP1/DMSO (PP1. Calbiochem #t .
#529573) ZUWRAN L. Src BEREPHEIC X 5 45k
BROEEBE LT, e L THEEEZ 2
— hLARAWEEEIL, F7= PP1 RV IZ
PBS (=) & 721% DMSO & ¥R L 7=,

B EBRITT T D/FHITS 258K & 45
MG FI2AT - 7,



(DA ehiR et
MOK205 (D-MEM/F-12 + ITS) % poly (HEMA)

Na— hENT- 6em ¢ BEEFRMIZ 1 X 100f# F %,

15 VR lEEESE L C MCA Z{ERk L. SCC9 CM
Ha— KL NN T RAEBW- 24 X7
L— MZEFT300u 1 @ D-MEM/F-12 + ITS %
AU, BT MOK205 MCA % & deksagik &b
B (~100u 1) Mz 7=, MCA IX5538ER4G 2 B
f#12 Lnb matrix (2f135 U CHIIESEA R
Wiz, 24 BB ICEBREZHE T, 0. 1mM
orthovanadate/PBS(-) T¥H i #% . 3.7 %
formaldehyde/PBS (-) T=8iR. 10 43 [H & & L 7=,
LUF, #ehiikgeta s hx—H 7 A L TRIT
S7-. F70.5% Triton-X/PBS(-) 12T 4°C2
S, 2% ER i (NGS) /PBS(-) T4C
30 rfALER R . 1 IRPUKE L CHRETr v
U U FEfk Sre HUA (Src—pY215, Src—pY418,
Src—p¥529, WL % 2%NGS/PBS () T 200 i
#) T AC—WeU&G Lz, IRIZ PBS(-) THMl
A&, 79X 1g6-FITC (300 {5780
(2 CERIR 30 ArfEI e, FFON PBS () T
L. IN—HFTAERTA RHTAZEZ,
£ AN LT confocal HtBESE: (Carl Zeizz
*. LSM510PASCAL) TH#IZZL7-.

X 51T 1 kPifk%E Akt1/2(Santa Cruz .
H-136. 100 f%#7F) . Erk1/2 (Promega, V114A,
400 (577 R) 128 2 CTRBEDO YA EIT > 12,

4. WFERRE
(1)MOK201 H3k 27 v — > DSy e

HIR 45 7 L & VT MOK205, MOK211,
MOK214, MOK215 @ laminin 5 rich matrix 3
L OV A collagen LTy EHEL
7= & 2 A MOK205 & MOK214 @ MCA 1% laminin
5 rich matrix ETELWHASEZR L
M. I collagen £ TiE MCA A5 monolayer
colony ~OELIZH D HLDOD, 237 M
apn=—0FETHRSEBIZZ Uo7z (5
E [A~1D, 16, 1H).

—J7. MOK211 & MOK215 @ MCA 1% laminin 5
richmatrix & I 7 collagen W9 3LIZHRWT
SR ORI B R L, W TR TC AR R
Mmol- (BEIE, 1IF, 11, 1)), 2D 250
HIRFRIZE D FANY DR VIIN S K
VERBLTEY, AT 7V URFERNDS
T RNV A~NDY T T NRENE 1 R~
V& FEBIT 5 MOK205, MOK214 &idf7e 5t
DEHRIND,

4 FEEOMM 7 o — 2o 5B MOK205 73
laminin 5 rich matrix bk TORINLSEN i
HLE LD -T2, LUF MOK205 % FvC, Al

Sy BELG DT 2D T

L &

1A MOK205 Lnb5 30min 1B MOK205 Coll 30min

11 MOK215 Lnb5 16.5h 1J MOK215 Coll 16.5h

BB 1 MOK201 7 v — > O M4y 8 : 30 4> 1%
L 16.5 KR

(2) MOK205 D e /3 BUZ 31T 5 Sre DEEE-
laminin 5 rich matrix. 7% collagen.
HEBE=a— e L (BLF, plastic) Wi
BT H FEBREIAA 30 43 #4121% MCA DOffa
L& D& &GRSO T, F 72 MCA DHEFE 1L PP1,
DMSO DHIMZ LV RE SN2 oT (BE

2A~2C),

B4R 19 REITZ1C1X laminin 5 rich
matrix B CF LWl BIE Sz (B
E2E), I # collagen FCiZMCA X monoalyer
colony ([ZE b - =N/ iIETH -
72 (BE 21), F 7= plastic TIHEZEEIZ
monolayer colony (272 &3, —ERICHIIREESD
DOEERR LN (BE 2K), ZhbDHR
I% DMSO DRI & 0 B & 7R BN 720 >
7= (BE2F, 21, 2L),

L2>L PP 2RI L2354, WIinoRE
IZHBW T H I/ HANNH S 41, laminin 5
rich matrix | TI% MCA X monolayer colony
WCEDDHDLOOMBOSEIFIZEAERD
Nighot= (BE 2D), £72 1% collagen &
plastic TiX MCA 7>% monolayer colony ~®




BT TR, I LS 23 % > T
W= (BE 2D, 206),

2A Lnb PP1 30min

2B Ln5 PBS(-) 30min

2C Lnb DMSO 30min

2D Lnb PP1 19h 2E Lnb PBS(-) 19h

2F Lnb DMSO 1%h

2G Coll PP1 19h 2H Coll PBS(-) 19h

21 Coll DMSO 19h

2] palstic PP1 19h

2K plastic PBS(-) 19h

2L plastic DMSO 19h

GEH 2 MOK205 OMIfaSEIZ 3T 5 Src LAl o
W30 4314 & 19 Rt

£ L7=, PPL IRINGBICIEW o FBEIZB W
ThifasBuTIiZE A CBEIN 2o T2,
L < T plastic TIE MCA @ monolayer colony
~OEITE T o Tz,

UL EDOFER DG Src BEREOINHIZ L 0 MCA
DB L OBEFIIREFEI NN DD, MCA
726 monolayer colony ~DVEF VU 78
F TS BAREEND Z LR bho
7o

3A Lnb PP1 43h 3B Ln5 PBS(-) 43h

3C Lnb DMSO 43h

3D Ln5 PP1 43h 3A DfLK

3E Coll PP1 43h 3F Coll PBS(-) 43h

3G Coll DMSO 43h

3H plastic PP1 43h 31 plastic PBS(-) 43h

3] plastic DMSO 43h

BH 3 MOK205 OB kT2 Src HEHLA
DOFHE (D-3%) : 43 FrfEtL

S HIT 43 WjH £ THERIFR 2 IER L CH#l

(3) Fr U EE{E Sre DAL AR
MOK205 @ laminin 5 rich matrix ETCD%4y
BOBFRIZIBUWN T, Sre—pY529 (3KEN & AR
EAETOMBEECRES RN, £<ITh
WA O F B R B2 5 O B 72 40 12 iR < 38 B



NRONT- (BE 4A~4D), —J7. i
DERINZ2VWEEa— e LOSMAETIE
MR O R BT ) - 7= (BE 4R),

Src-pY418 1 =< B9\ B R B2 a5 5RO 2 H
RO TH-7= (BE4F),

Src-pY215 1% Sre—pY529 I[ZHEEIL 7=, JOfE
Z L& L72A, Src—pYh29 (ZEhB & RN
Fvo 7= (BH 46),

F 72 MCA 7>5 monolayer colony ~MZ54{k
DARTER TR T 72 - TV 72 Wi e
HEATAALTHEIET D&, Milao )Tk
KB —F L 7= Sre—pY215 DJFTEN A b=
DIZX LT (BE 4H), Migo T (B2
EDOBEFMIT ) TIHHIE I OB A
LTW= (BE4]),

PLEDOFTRANS Sre—pY215 & Sre—pY529 73
AT 7Y OEREESZIT, EX RN >
W2 K DM A MRERICE D D 2 & AR
N7z,

4A Lnb Src—pY529 2B Lnb Src—pY529

4C Lnb Src—pY529

4D Lnb Src—pY529

4E plastic Src—pY529

4F Lnb Src—pY418

4G Lnb Src—pY512

4H Lnb5 Src—pY512 top

41 Ln5 Src—pY512 bottom

BE 4 MOK205 (ZBiF5FT v U gl Src
DOHBEN AR

728 Akt1/2 & Erkl/2 IZ oW TCRAED 7
TRTEZ MR L2275, fIEIZ OB ED T
RIS%EBDDHDOHRT, Ml EE Db Y
ZoRE T D RFEAET RUISIE 2 e oo T2,
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