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FEFBHEFAREHEE ERUBFAREEARESR)
RETIRBEE

l'Claudin binder {&8fi+/URY—LZFALELREO B2 - AE:EORMRICETIHE

KERMRE G X KERXFREHRH AXR

BRES

AHRIE. HRBIEDF/URY—LEME XY claudin (CL) binder H#fiZHEEAL. LEMRELOEER
ARV REDOEER|ZRHET 5O TOROEEBERZH - ARATF/URY—LZEIHL. EE
ERPRA . KRKEN PR ELIARERRERRR—N—HFR)EFEITEEL. F/AT1V2ELTD
ERALZBEETIOTHD,

BfOLSI. ZBRIRICA T -BREEHRT. BEREHICRRL. BERITARTHILHY. ESSRNOR
REFAL-BHEOEZHRHBE0NC ELLOBMRE2E TS, Hi-GRBICESEDE ARZD
RESERBOEEER TV D, /)R —LIKFEKE - BKERERET /) —TEZZE VHURS
FEEEERAMEMTEILNS ARRICEITOEABREEST /AT ELTHE IR TNSL0 0,
ERRNUI LS FHEBSIUEDN SEELRAA—DU T ERFEORESBEST, BEESBD 90 %% 4
HELRBICEWGEF /AT VREETELGER TS,

BEFTICHHMRI N—T Tl&, BB O CLbinder # AL TIERERER 5% (PCT/JP2008/61723)F &1 CL
ERERERZHHE. #atEREHHEFEROTHR CL binder DFRZEHEL., B DUH LIS
B B iT(W02006,/028129), B EBEFH AR AF/URY—LEM T IL+ /Ry —LXI5E 2005-168312)
EFRWTES—TvT 27 MESEOEERERICRIL TV D, KEEX. ChoMBORFEMAL.
FARBOEENI-FOHREREICENT S CLERMNLL-ERIE RN AREDREEHEALDT
H%.

BIEE L. BEFD CL-4 binder T#H4 C-CPE #FL\T CL £ AL S A MR O TTREMEZ BEMICARATL .
## CL-1, -4 binder DRIRERH 1=, KEE (L. claudin RBIZLDHABE~DEBRERIL. claudin ]
MAAMIEDOIETE - B REREICESLTWAIEEHLMICILTz, £, C-CPE LAV NI ERERRAF
(PSIF) DB E S /30 T#HH C-CPE-PSIF 1, ERUDAMMADRESHRES LUEBLRAICHTIHE
BEHRETRTIEEREL. FR CL binder DURY— LB EHEHREL.

A BIREM

AMRIL. BB D Claudin (CL) binder B XU+ /KR
Y—LERZEMEL. LR#lRELBREMAR NS
HMOEG]HVOBREMELSELTIEEHE(TIH
REBHE CL #FAL:. MO TOLERERALH-
BRAT/AT4OUERRTHIEEENET S,

KAELTEHESIIABEORICLLEREZNEAE
BEETHY. KM TILER 30 FA. HRETIE 700 5 A
LOANETHEELTND, -, BEHEESFD 920 %
LB, i, BEFIKRShOILERRDOETH

Y, ERBIZHTHERIT. AHMWFHLIBERD
VRO mER RS LR BRE - MPR GBS EICT
Hbh TS, R PIEFEREICWEZ L OEICEE
PiARENES, FLRERICERE - - B
MHEORIERALED, EE. D FIRMAREOE
HR(CxY 5 DDS FREHKDOEREEZDOMRBIEA
TLAM L REEORBICTIEE STV, F=, EIC
KEHEEDZLIFEBICLDELDOTHLEI LMD, i
BESOH-EEAXOEICHTIADEORLUEA
BEORREN. ERIBOBEE->TLELEZLNS,



SHIERBROSEZEXRBRIEZEHICHERL.
BHICAERTSILICHY. EllaBRHAREZNA
L= OEELIHOREREWN EULOEMIRE
EETLH.HAREH-CAREORRNRBE LGS
TWa,

BANSx 22 as (TI) IZHRERIR D Y B ZE B %
HML. MRADEEZH#FT oMM S THY. Bl-
SFEOEEEOHBEEE- TS, EE. EROEL
DBET.TJ OBRERIRICHSHRBEDHEX. #
MOBEEREOREEENTEINTINS, ERMRE
DIBEAHHIET HE. MRIEaV IR EE Y F
DIEEEFER EHISERL . EEREMRLIEDO S,
- SR KEAANSEESFICEEEL. i
RIMEICBET S CL #MREREICEHLKETIE
AR T HIEND. CL UAVFERATRIEELL
BHAAVN S REDOEERIZF ALI-FREZ B
ABEEORRICRNLEEZILOND,

LEDEEERFEA. TR 21 FEEEFD CL-4
binder (C-CPE).EHAMBEERF(PSIHEOMESE
BEZ/ENL. CL #RENELI-EAREBE ORI REMEE
BEELT-. REEL, CLERICKINARBE~DZE
5T HLT. CL BEMSAMRMHABEREI—T
YhELTRBETHAHILETEBL. SHIT CL ~ADHERA
%4> C-CPE-PSIF [2&k5. SN AMIE~ D
EENRSLVEBIAAICHTINESNREREH
Lizo XA DA (L. CL binder DEMNE->TILVSZ
EMD, BIEFHEHIR CL binder DRIHER A 1=,

B. BARAE
B. 1 ks

TYHRAAS/—7Hila B16/BL6 HIlEELUMXET
g #ARatk MDCK (Madin-Darby canine kidney)fli& (&
10 % Fetal Bovine Serum (FBS, JRH Bioscience Inc.,
Kansas, USA), 20 mM NaHCO,, 2 mM L-glutamine &
&% DMEM &3 (NISSUI PHARMACEUTICAL CO.,
Ltd., Tokyo, Japan)ZFL\T 37 °C.5% CO, &H#TF
THEEL, SHICETE claudn ZRBESE T
B16/BL6 #ifa T35 B16/BL6—-CL1 (claudin-1 FEIR
B16/BL6 #ifa)#H LU B16/BL6-CL4(claudin-4 F

I3 B16/BL6 #HAZ) (X, L& O iF i (C G418
(NACALAI TESQUE, Kyoto, Japan) %#&/RE 500 u
g/ml 22 ESICFEMUT- A FALVT,. 37 °C.5%
CO, & T THEELT-.

TORIEHEE 4T1 Hifa (BILKEMERKS
MR PRE—ELIYHE) (F 10 % FBS, 20
mM NaHCO,, 2 mM L-glutamine, 10 mM HEPES 2&
4> DMEM 5% FHLNT 37 °C. 5% CO, £HTTHE
ELT-,

B. 2 Claudin #JR(Z L BEFERE~DFE

B16/BL6 #f fa . B16/BL6-CL1 #ifa & & U
B16/BL6-CL4 #H B2 % 24 well plate (FALCON,
Becton Dickinson, Franklin, U.S.A,353047)IZ 1% 10*
cells/well THBIEL. 24, 48, 72, 96 BFREIEEE.
Trypsin-EDTA # AL\ T&MRaZEURL . FHELT=.

B. 3 Claudin #H (<& 5 BIHIFKFFRIIETERE(C KT
AEE

Bacto Agar (Becton Dickinson Company,214050)%
MilliQ /K T7 %IEHSIL. 120 °C. 20 534 —RoL—T
Lf=. Ch% 10 % FBS #& A1 DMEM IE#IT 0.7 %
[ZFFIRL.2 ml & 6 well plate (FALCON, Becton
Dickinson, Franklin, U.S.A,353046)[Za—kL7=%.
4 °CT 30 DF$ELT-, FI#RIC Bacto Agar Z MilliQ
T4 %ZFHBIL. 120 °C. 20 A —+oL—T L1z &
n%E 10 % FBS 54 DMEM I TESITHRL .
0.4 %IZFH%IL1-,B16/BL6 #ARE.B16/BL6-CL1
faE & U B16/BL6-CL4 flE% Trypsin—-EDTA % FH
WTEYZL. 1x10* cells/well &725HKSITHRBL.
0.4 % soft agar CREFHLT-#. 0.7 % soft agar D LI
2 ml $BFEL 1=, BASEIT &Y colony AR AHERRS 1=
#.MTT % (MTT (3-(4,5-Dimethyl-2-thiazolyl)
-2 5—-diphenyltetrazolium Bromide ] (NACALAI
TESQUE, INC, KYOTO, JAPAN, 23547-76)% PBS(-)
T 1 mg/ml [ZFARL. 500 wl/well TFIL 30 53fE
A% aR—pLT=1£. colony #ZEEHAILT=.

B. 4 Claudin #WR (k2 8E- B HE~DFE



BEREEREIT 515, 24 well plate (FALCON,
Becton Dickinson, Franklin, U.S.A,353047)[Z8.0 um
RF7 A2 H—F (FALCON, Becton Dickinson,
Franklin, U.S.A,353097)& vkl . 1x10° cells/well
L1pB K55 BL1- B16/BL6 #ja. B16/BL6-CL1 4
fas LU B16/BL6-CLA Hifa% 1Y —k EICFETEL
7= . Bottom well [Z HUMAN FIBRONECTIN (BD
Biosciences, 354008) 10 ug/ml% &3> 05%FBS %
23 DMEM 5% 600 vl X, 6 BFREEELI -,
Control (% HUMAN FIBRONECTIN Z 0z M 21=,
1% . Diff-Quik (sysmex,16920)(Z& Y #lRa% 6
|

REEEERETT 571, 24 well plate (FALCON,
Becton Dickinson, Franklin, U.S.A,353047)IZ 8.0 i m
R7 4>+ —RFALCON, Becton Dickinson, Franklin,
U.S.A,353097)%tvkL1=, BD Matrigel™ Basement
Membrane Matrix (BD Biosciences,356234)% Kk T
DMEM & Z kY FHIRLT=. FIRL = Matrigel 1>
H—rEIZ 50 ul 3—kL,37 °C.30 FA2Far
—hLTHILEEE =0 1 X 10° cells/well &4 &5E
1= B16/BL6 #ifd.B16/BL6-CL1 fifaH LU
B16/BL6-CL4 #lii@% Matrigel LIZH&FEL . Bottom
well [Z[EX HUMAN FIBRONECTIN (BD Biosciences,
354008) 10 pg/mlE&% 05 % FBS #&¢ DMEM
1% 600 | MNZ. 24 BERIIEELI-, HEEE,
Diff-Quik (sysmex,16920)IZ&Y#ifazEaEL1-,

B. 5 Claudin #RIC LD EBBRE~NDFE

B16/BL6 #fi 2 . B16/BL6-CL1 #ifa & & U
B16/BL6-CL4 #Hf8% Trypsin-EDTA Z UL TEIURL .
PBS (-) 15 ml A #fazRESE. 4 °C. 1,200
rom T 10 BhED S BEETL., #lgZE%XEL-. Ch
Z 2 ERBYBRL-RICEFEZRE. MIEZ 1 x 10°
cells/ml 12424 K512 PBS (-) THELTz, C57BL/6
TR, TEECEE MR TIC, L&
fa% 100 ¢l 92,27 G F5tetEALTHHEL-.
KT#EM: 2 BEICEGEZAEL. BHEHEE
[EEOERE (mm)] x [EHOERE (mm)]%/2 mm?
ELTREHL=,

B. 6 Claudin IR L DEBEEADEE

B16/BL6 #H i3 . B16/BL6-CL1 #MIla & & U
B16/BL6-CL4 #if@a% Trypsin-EDTA ZFAL \TEYRL .
PBS (-) 15 ml ZAMazBEIE. 4 °C. 1,200
rom T 10 EhE D9 BEEITL., MleZE%SEL-. Ch
Z2[EBYEBL-RICLEXRE. Milax 25 x 10°
cells/ml (2725 &51Z PBS (-) THRELT-. AELI-
£4ARa%E 100 1§D, C57BL/6 Ty R(Mt1E. 9 &
B9)(C 27 G FSStE AV TEBIRR S L=, B8R
’EMNS 14 Bk, MZHEHL. BRBEHRETHL
s

B. 7 Claudin #3 (& DB EERFDRRIS KT
S8

B16/BL6 #fil B3 . B16/BL6-CL1 #i i & & U
B16/BL6-CL4 #@Z[EIRL . PBS (-) THiFik.
High Pure RNA Isolation Kit (Roche,
Switzerland) ZFL\T, total RNA DI E{To1-.
HRAD LY Lysis/binding buffer 0% . 7KL
TYOALT=1&I(Z. High pure Z4ILA—Fa1—T(Z7
7741, 10,000 rpm T 15 PRELEDSBEL =,
Wash buffer 1/Wash buffer Il ThS L% %EEL-&IZ.
Elution buffer 42.5 pl T total RNA ZHitHL 1=, 512,
FBF DNA ZELITERSO ., LT RNA %
RNase-free DNase (BcaBEST™ RNA PCR kit
(Takara Inc., Shiga, Japan)) T 37 °C, 30 /2 fE0EL
f=o #ItHL7= RNA 200 ng % Takara RNA PCR Kit
(Takara Inc., Shiga, Japan) # LN T., HEEL
cDNA %8 1-, B R (Z. Oligo dT adaptor %7/
F4<T—ELTHL, 42 °C % 50 47/, 85 °CE 5 &
fél. 4 °C% 5 #fE{To71=. /o h iz cDNAZFLVT.
VEGF-A, TNF- @ , TGF- B ,
MMP-2, MMP-9,

Basel,

angiopoietin—2,

angiostatin,
thrombospondin—1, TIMP-1,
TIMP-2, TIMP-3, GAPDH D {zFHH% PCRI<,
FYBEHTLTI=, PCR IZI& Ex Tag DNA polymerase
(Takara Inc., Shiga, Japan) Z L f=, PCRIZFIFAL
1= primer (LT D&Y,

angiopoietin—4,

thrombospondin—2,



GAPDH; Forward primer:5 -GTGAGGCCGGTGCTG
AGT- 3, Reverse primer:5 ~-TTGCTGGGGTGGGT
GGTC- 3’, VEGF-A; Forward primer:5 —CCCACGA
CAGAAGGAGAGCAGAAGT- 3’, Reverse primer:5’
-CATCAGCGGCACACAGGACGG- 3, TNF- « ;
Forward primer:5 —CCTGTAGCCCACGTCGTAGC
- 3’, Reverse primer:5 -TTGACCTCAGCGCTGAG
TTG - 3", TGF-3; Forward primer:5 -GGTGGACC
GCAACAAC- 3’, Reverse primer:5 ~GCACTGCTT
CCCGAAT- 3’, angiopoietin—2; Forward primer:5’
-GAGGGAGGACTGGTGACAGCCACGG- 3 '’
Reverse primer:5 ~GAAATCTGCTGGCCGGATCA
TCAT- 3’
-GAAATCTGCTGGCCGGATCATCAT - 3’, Reverse

, angiopoietin—4; Forward primer : 5’

primer:5 ~GAAATCTGCTGGCCGGATCATCAT- 3’,

MMP-2; Forward primer :5 -TGCAGGAGACAAG
TTCTGGA- 3’, Reverse primer:5 ~GCTTCCAAA
CTTCACGCTCT- 3’, MMP-9; Forward primer:5’
-GTTTTTGATGCTATTGCTGAGATCCA- 3 '’
Reverse primer:5 ~CCCACATTTGACGTCCAGAGA
AGAA- 3’ , angiostatin; Forward primer : 5’
-GTGACATCCCCCTGTGTGCATC- 3’
primer : 5° ~GACGACCGGCACCGAAAGTCC- 3,
thrombospondin—1; Forward primer:5  ~GACAAAAA
CGGGGAGGGCGATG- 3’
-TTTGCCCTGATGGCGGACAACC- 3 ’
thrombospondin—2; Forward primer:5 — TCGGGGA
ACGCTCCTGGTGTT- 3’
-TCCACACCCTGGACCACGAGATCT- 3, TIMP-1;
Forward primer:5 ~ATGATGGCCCCCTTTGCATC
TCT- 3, Reverse primer:5 -GAAGGCTGTCTGTG
GGTGGGGT- 3’ , TIMP-2; Forward primer:5’
-GTTTATCTACACGGCCCCCTCTTCA- 3 '’
Reverse primer:5 ~GCCTGGTGCCCATTGATGCTC
TT-3’, TIMP-3; Forward primer:5 ~-CGTGATCCGG
GCCAAAGTGG- 3’, Reverse primer:5 -CAATTGC
AACCCAGGTGGTAGCGGT- 3.

, Reverse

., Reverse primer: 5’

., Reverse primer : 5’

B.8 B16/BL6-CL4 #if8ICE (5 claudin—4 FEIRD

fEE2

B16/BL6 #fi B2 . B16/BL6-CL1 #ifa & & U
B16/BL6-CL4 #laZ KA PBS (-) 1 ml [ITKkYIEE
FA4vambEILAIL—/I—IZ&>TRIAL ., #
faZmEIRLT=. K4 PBS (-) 1 ml ZiNAMiaZ RS
S, 4 °C. 3,000 rpm T 3 SRHED D BEEZITL.
faz ke Llz, SHICCOREE 3 ERYERLIZ, B
DO BER . EEEIYBRE lysis buffer (1 % Triton
X-100, 1 % protease inhibitor cocktail &4 PBS (-))
A, KALEHNSEETROEEL 20 #R. 3 BT
L). 4 °C. 15,000 rpm T 20 HREEDSBEL. LEZE
EURLMRE AR R EER LT, MfRAAR&IC SDS
sample buffer % 5 SR ILL, kEREYT
WELT=z. 15 % RUFTIVILTERTLZEZRAWNT
SDS-PAGE BRikEIZF{Tof= (20 mA/#K. 1.5 B,
SDS-PAGE # @ Western blotting 1727z, 12 % 7R
Y72 ILTIRG ILERLNT SDS-PAGE (30 mA/#4.
9 15 B¥fE) Z#fTo7f-#% . TRANS-BLOTR SD
SEMI-DRY TRANSEFR CELL [2&Y4 LD H /S
48 % polyvinylidene fluoride (PVDF) f&E_L[Z240 mA
T 20 HEEEE LT, EeER. PVDF %2 5 % AFL
3)L%/TBS-T (10 mM Tris-HCI (pH8.0), 0.1 M NaCl,
0.05 % Tween 20) [ZRL T, 2R T 2 BFfE#RESL.
IJOyx %17 o1, TBS-T T 5 Eliti#ik. 1
Rk 2 BRIRIESE Tz, TBS-T Tikif&k. 2R
4k HRP 1258 goat anti-mouse or rabbit IgG (2,000
f&#& . CEMICON, CA) & 1 BRIRESE 1=, R
[ZIE. ECL™ Western Blotting Detection Reagents
(GE Healthcare, UK) #RWLVESRLT- X RI1ILL
(KONICA MINOLUTA MEDICAL & GRAPHIC INC,
TOKYO, JAPAN) ZIR{§L 1=, 758, claudin DR
[ [E rabbit
anti-claudin—4 pAb (— X #i{k; 2,000 fEHR, ZXin
{&: 5,000 =& FR. invitrogen, South San Francisco,
CA) ZFlL\. PVDF &% Re-Blot Plus (CHEMICON
international Inc., CA) TZ7O—JL1=#. B -actin
(—&ftk: 5,000 fEH]R. Z Rk 10,000 fEHIR,
Sigma—-Aldrich, St. Louis, MO) THIEZ{To7=,

anti—claudin-1 pAb ., mouse



B. 9 B16/BL6-CL4 #i8I=X$ % C-CPE-PSIF O
M EE DRE

B16/BL6-CL4 #Ba % 96 well plate (FALCON,
Becton Dickinson, Franklin, US.A) IZ 1 x 10*
cells/well CIEFEL . 24 BRREIRIIE ML 1=, it
90 pl T3k, PBS (-) TERREHRLIZPSIFEL
<% C-CPE-PSIF £#RE 05,1, 10 5K U 20 ng/ml
EHDEST 10 ul FOEMLE=, 24 BRI
WST-8 3 RIC kUM EFREAE LTz, & well [ZSF
B3 (NACALAI TESQUE, Kyoto, Japan) Z 10 u|
FOFRML, 1.5 BEREEE., 450 nm (TH1TDHHEH
EERELE. PBS () FMBORAELLELL
CTEEBHEEREICESTOARAEDEREEZRD.
EHFEREL,

B. 10 B16/BL6-CL4 ffifRi=x¢9 % C-CPE-PSIF @
nEHHREDRE

RTHBETIRXRELT.BI6/BLE B LU
B16/BL6-CL4 #iig% Trypsin—-EDTA Z AL TEIURL .
PBS (-) 1 ml ZMAMAEZHBETHE. 4 °C. 1,500
rom T3 LB DA BETL., MEEEELIz. Ch
% 2 ERYELT-&ICEEERE. MBAE 1x10°
cells/ml 7% &>51Z PBS (-) THEL, BALB/c
TR (%, 7-8 BS) ORBEETIC, HEL
f=.B16/BL6 #lkaFH KU B16/claudin-4 #HRE% 50
H19D,27 GASIHERVLTHBEL .

C-CPE-PSIF DHUEB M ROBRETEL T, PBS ()
ZFULTPSIF X1 ge/ml, C-CPE-PSIF £ 0.4 %
f=lX 1 peg/ml EBDBRIIHFRL, MREHIEL
f=Bm5.8IT 3 B, B#REIVEBEBEEIVX
DEFEE 20 ¢ HY 100 I B{EL 4H. BEERS
ERICEZELAELNREL, BEHEE (BEF0
RE (mm)] x [EFOEFR (mm)]%/2 mm® &LT
BEHL-.

B. 11 B16/BL6-CL4 B O EHICHN T S
C-CPE-PSIF D H3h R D&t

B16/BL6 #l R 5 & Uf. B16/BL6-CL4 I %
Trypsin-EDTAZFLVTEURL, PBS (-) 15 mI &0 A

HRER RS E. 4 °C. 1,200 rpm T 10 R0 B
FITU MIREE %S L, ThE 2 ERYIRLI-&IC
LE#ERE, MI8%E 1 xX10° cells/ml [2HD K31
PBS (-) THRELT:. BEL-LMA%Z 100 ©1FD,
C57BL/6 T 7 R(fTE. 9 BERIC 27 G F5F&tE ALY
TEMIKEEL. #F0O#%.PBS (-) AT,
PSIF (X1 pg/ml, C-CPE-PSIF IE 04 Ff=I%1 u
g/ml EGBELIHRLU, MlaZBEL-ANDS,
BIZ3E, BRRIVEEOEETIADEE 20 ¢
Y100 5L BRSNS 14 B, ff
ZREHL. B EHBETHEL .

B. 12 4T-1 MR DIxFEI=x 95 C-CPE-PSIF O
EENROKREH

4T-1 #E5% Trypsin-EDTA ZFBLVTEYZL. PBS
(=) 15 ml ZA MkaZBBSE. 4 °C. 1,200 rpm T
10 MEL S BEZITL., HilaZkgLiz. ChE 2 @
BUEL-RICEBERE, @ia% 1x10° cells/ml
[Z73H L3I PBS (-) THRELT:-. SABL-ZEK%
50 139D, C57BL/6 T R(HE. 9 HERIC 27 G
ESHERAVCTETEEL-. TD%.PBS () %
FALVT. C-CPE-PSIF [& 2 Ff=lX 5ue/ke DRAEE
BHLIITEREL -, lREBEL-A,5, BT 3
., EF#RLVEBEBEEZIVRIIBSLIET
BiEN D 35 Bk, MZEMHL . BB BRTRERHL
Tz

B. 13 Adriamycin (ADRIZ & A BB E DRSS
BET#iE<TIRELT, 4T1 #I8% Trypsin-EDTA
#RAWTERL.PBS (-) 1 ml X MEEBFIE.
4 °C. 1,500 rpm T3 IR DI BEZ 1T HilaZ%
L. Ch# 2 ERYIRLI-RICEEZRE. ke

- E1x10°cells/ml T2 K512 PBS (-) THEL=.

ZTD#.BALB/c ¥R (. 7-8 BR) OBEE
RTIC, AL 4T e 50 113D, 27 GES
gtERWTHHELT-.

ADR ORMEBIROFEETELLT. 4T1 HlaZTEHE
LizBH5., 4 mg/ke DAETHAIZ 3 B, BH#IRLY
BEL. G BERREENICESELAELR



EL. EFFELT [EFSORE mm)] x [EHFO
HE (mm)]?/2 mm® ELTEHL,

EBAAICHTINESHRELT. 4T-1 il
Trypsin~-EDTAZALVTEIYRL . PBS () 15 ml 20X
#iRax R AEHE. 4 °C. 1,200 rpm T 10 R L S B
TV MRBEEESLI.. ChE 2 ERYVIRL-#&IC
EEERE MBAE 1x10° cells/ml (2B L3I
PBS (-) CHEL. AEL-&H#IZE 50 11T,
C57BL/6 < 7 A(E. 9 BENIZ 27 G FASTEAL
TRTBHEL-. TO%. ADRZ4mg/kg DAE T,
Bz 3@, BMIR&VIESLT-. R T#&iENS 35 H
%, fERHL. SR EEmRER KL,

B. 14 3D HHIC L S HERMBET L OER

8 well chamber _E[Z Matrigel (BD, Growth factor
reduced Matrigel™ Matrix) Z3—hkL ., /2 FaR—4
—f T Matrigel #EFEH 7=, Trypsin—EDTA (2
single cell IZL7= MDCK #8% 2000 cells/well [Z7%
BESITHEREL. 37 C.5%CO, FHTTEEL],
4B ZEIZ 2 %DM T IVE R AT DMEM 1EithE X
WL BEFFBR148M. BEERRICIYSE
B,

B. 15 $73R CL binder Q&I H
HUHEOREEMAH S0, ERZEOFME
BZLI-

C. iRHER
BERIXD HICEEHTEE,

D. % R
D. 1 Claudin #IRI- K HIETERE~ DFE
SRR ERER., @lanst., 185
BLUEFIZEDIRFICTLYBBICHBEShTNS,
COESTHMIZIE, MERIZBITEIRLGE T
EERBORBENBEETHLLEARIC, SN LDE
FEETF. UMb hAr RN RELEOFHHEFLE
BICEELHEFE->TLS, LAL, @AM DRAIC
SYMIE D EEHEICEDLLEETFICERNEIHE.

ZhODREFEMIRELRE-L. S -185E
BEEZERLU-RHBAOEBFIIEEN IEFRIE
hd&EXONTINS,

FEABICHENTAUTREFESSI DY U3
Vi, HEEHCHABIBHELE OREEEL., Mg
RHMEIETIEAMENTIND, 2T Y Iy
AV OBERFTHLMES/VE claudin (3,
BWARLENAICBLWTRRAELAERSNTLSIES
5. BRA~OEELTEEIN TV,

FCTEAMRETIL, claudin BRABEICEZH5E
Z.RBICHRALUNATREANESREBSh TN
claduin-1 & claudin-4 [TEBEL., T URAS/—THlE
B16/BL6 #AfY(Z claudin-1 & XU claudin-4 ZR# RS
f-#RERLAIETRELE.

=T MHBREREEICEAZEEERFTIRD
B16/BL6 #A B3 . B16/BL6-CL1 #l B & & U
B16/BL6-CL4 #IRE% & 1 X 10° cells/ml £152&548
fBL. 153 24, 48, 72, 96 ByRAR DM HERT L=
FOHE. SHKMICELTHRKICEREENE
claudin-1 & U claudin—4 OFEIRIL B16/BL6 DHAka
ERREICHEERIFIGNEEILND (Fig. 1),

D.2 Claudin #RIZk5BIHIEKFFRIIETEREIC T
3%

EEHRIIEERTF. Yhh s @l ETLGE
MEABOSDEEEREZITEY. ChoDBEF
FHRAOSECETLLEZHEL ., s ER M
BIZKEEELTWNS, —F. @SR AILTHE,
BEECASOFEHDEBLTUEL. MHHEE
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Figure1 Effect on B16/BL6 cell growth by daudin expression.
Claudin-1-expressing B16/BL6(B16/BL6-CL1 )eells, claudin-d4-expressing
B16/BL6(B16/RL6-ClL4)cells and B16/BL6 cells wereseeded at 1 X 104
cells/well in 24-well plate, Cell growth was monitored by counting cells at
after 24, 48, 72 and 96 h of incubation. The data represented the means +
S0 (h=3).
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Figure2 Effect on anchorage-independent growth of B16/BL6 by
claudin expression.
Claudin-1-expressing B16/BL6(B16/BL6-CL1 Jeells, claudin-4-expressing
B16/BLE(B16/BLG-CL4 )cells and B16/BL6 cells were seeded at 1 X 104
cells/well in 0.4 % soft agar. Ater 9 days of incubation, the number of
colonies were counted by MTT assay, The data represented the means £ SD
(n=3).
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Figure 3 Effect on tumorigenidity of B16/BL6 by claudin expression.
Claudin-1-expressing B16/BL6(B16/BL6-CL1 )cells, claudin-4-expressing
B16/BL6(BL6/BLG-CL4)cells and BL6/BLG6 cells (1 x 10 cells) were
subcutaneously inoculated into the left flank of mice. Tumor growth was
monitored by calculating tumor volume. The data are representative of two
independent experiments. Data are shown as means £ SD (n=5).
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Figure 4 Effect on migration of B16/BL6 by daudin expression.
Claudin=1-expressing B16/BL6(B16/BL6-CL1 )eells, claudin-4-expressing
B16/BL6(B16/BL6-CL4)cells and B16/BL6 cells wereseaded at 1 x 108
cells/well in pore insert. Chemotaxis added 10 mg/ml fibronectin to 0.5 %
DMEM in bottom well, and control added only 0.5 % DMEM. ARter 6 h of
incubation, cells were stained by Dif-Quik and were counted the number of
migrated cells. The data represented the means + SD (n=3).
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Figure S Effect on invasion of B16/BL6 by claudin expression.
Claudin-1-expressing B16/BLG(B16/BL6-CL1 Jeells, claudin-d-expressing
B16/BL6(B16/BL6-CLA)cells and B16/BL6 cells were seeded at 1 x 10°
cclk/wcll on matrigel in pore insert. Chemotaxis added 10 mg/ml fibronectin
00.5 % DMEM in bottom well, and control added only 0.5 % DMEM. After 6
h ot incubation, cells were stained by Dm Qulk and were counted the number
ted cells. The data repres % 5D (n=3).
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Figure 6 Effect on metastasis of B16/BL6 by daudin expression.
Claudin-1-expressing 816/BL6(B16/BL6=CL1 Jcells, claudin-d-expr essing
B16/BL6(B16/BL6-CLa)cells and B16/B16 cells (1 x 108 cells) were
intravenously injected, Alter day 14, the mice were sacrificed, their lungs
were counted number of metastatic foci. The data are representative of two
independent experiments. Data are shown as means £ SD (n=5).
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Figure7 Effect on expression of MMPs and cytokines of B16/BL6 by
daudin expression.

Total RNA was extracted from claudin-1-expressing B16/BL6(B16/BLo=
CL1)cells, claudin-4-expressing B16/BLG(BLG/BLG-CL4)cells and B16/BLG
cells, followed by reverse transcription-polymerase chain reaction analysis.
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Figure 8 Expression of claudin-4in B16/BL6-CL4 cell.
Cell lysates from B16/BL6 and B16/BL6-CLA cells were subjected to SDS-
PAGE, followed by western blotting with claudin-4 and g-actin.
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Figure9 Cytotoxicity of C-CPE-PSIF in B16/BL6-CL4 cells.
B16/BL6 cells (upper panel) and B16/BL6-CL4 cells (lower panel) were
treated with PSIF of C-CPE-PSIF at the indicated concentration for 43 h. The
cellviability (%) was measured by WST-8 assay. Data represent the mean £
S0 (n=3). *Significantly different from the vehicle-treated group (p < 0.05).
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Figure 10 Anti-tumor activity of C-CPE-PSIF on B16/BL6-CL4
subcutaneously Inoculated allograft.

B16/BL6 (upper panel) or B16/BL6-CLA (lower panel) cells (1 » 103 cells)
were intradermally inoculated into the right flank of mice, and PBS or C-
CPE-PSIF (2 or 5 pg/kg) was intravenously injected three times a week.
After inoculation, the tumor volume was monitored. Each point is the
mean £ SD (n=5). *Significantly different from the vehicle-treated grouy
(P < 0.05).
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Figure 11 Anti-metastatic activity of C-CPE-PSIF onlung is of
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Figure 12 Anti-metastatic activity of C-CPE-PSIF on lung metastasis
471 cells.

4T1cells (1 x 10° cells) were intradermally inoculated into the right flanks of
mice, and C-CPE-PSIF was intravenously injected three times or two times a
week at the indicated dose, respectively. On day 35, the mice were sacrificed,
their |unq<. were stained with india ink, and the number of spontaneous

B16/BL6 or B16/BL6-CL4 cells.

B16/BL6 or B16/BL6-CL4 cells (1 x 108 cells) were injected into the tail veins
of mice, and vehicle or C-CPL-PSIF (2 o 5 pg/kg) was intravenously injected
ondays0, 2,4, 7,9, 11, and 13. On day 14, the mice were sacrificed, their
lungs were fixed, and the colonies on the lung surface were counted. Data
are shown as means + SD (n=5). *Significantly different from the vehicle-
treated group (p < 0.05).
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Figure 13 Anti-tumnor activity and anti-metastatic activity of ADR on
4T1 cells.

4T1 cells (1 x 105 cells) were intradermally inoculated into the right flanks of
mice, and ADR was intravenously injected three times or two times a week at
the indicated dose, respectively. Tumor volume (A) were monitored. On day
35, the mice were sactificed, their lungs were stained with Indiaink, and the
number of e B). Data are shownas
lmgms + 50 (n=5). *Significantly different from the vehicle-treated group (p
<0.01).
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Figure 14 Monitoring of side effect of ADR on mice inoculated with 4T1

cells.

4AT1 cells (1 x 10° cells) were intradermally inoculated into the right flanks of

mice, and ADR was intravenously injected three times or two times a week at

the indicated dose, respectively. Body weight were monitored. Data are shown

asmeans £ SD (n=5). *Significantly different from the vehicle-treated group

30

(p < 0.01).
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Figure 15 Monitoring of side effect of C-CPE-PSIF on mice inoculated
with 4T1 cells.
4T1 cells (1 x 10% cells) were intradermally inoculated into the right flanks of
mice, and C-CPE-PSIF was intravenously injected three times or two times a
week at the indicated dose, respectively. Body weight were monitored. Data
are shown as means * SD (n=5). *Significantly different from the vehicle-
treated group (p < 0.01).
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Figure 16 In t f MDCK call

oncogenesin 3D culture.

MoPak, hPak1L107F and KRasv12 were transfected in MDCK cells, and the
effects on the morphogenesis of the cells in matrigel were observed under
microscopy after 14 days in 30 culture.
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