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Figure 1. Effect of neuropsin treatment on cell adhesion to extracellular matrices.

96-well plastic plates were coated with 10 pg/ml fibronectin, collagen, or laminin.
The coated protein was treated with or without neuropsin(active or jnactive type) for 8 hours
at 37 °c. 5x 104 cells in medium containing 0.1% BSA were added to the well and incubated
for 3 hours at 37 °c. Cells binding to the coated protein were stained with crystal violet and
optical density were measured at 550 nm. Results are shown as mean + SEM, n =3. a, o5
B2 cells effectively bound to fibronectin with inactive neuropsin or without neuropsin but
not to collagen or laminin. N europsin treatment for fibronectin reduced cell adhesion of 0.5
B2 cells by 30% compared to that of no neuropsin treatment(* p<0.01 ). b, Adhesion
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Figure 2. Effect of neuropsin on cell migration.
Effects of neuropsin on cell motility to fibronectin, collagen, or laminin were
evaluated by Boyden chamber chemotaxis assay. Medium containing 10 ug/ml

treatment. b, a2B2 cells showed high chemotaxis activity to collagen. N europsin
treatment for collagen did not affect ce]] motility of a2B2 cells. ¢, a.2B2 cells
effectively migrated to laminin and the high motility to laminin was not affected by
neuropsin treatment.
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5. —7. MTHERIL. BEREZFH CRECBOBRVWERE TS, 7T
MEITRAL EMIEAHNUIELS 2RETHY . BOBELEECL TN
BPRERBERD 1 DTHB. o T MITHERDAN =L AEST L UL T
RSN LIEBEOHFEEZBIET &0 BEOERBLY QOL O k& 1
SBRMNSHIFENTEE.

ERER DB T, LLAIA 5 185 O BRI IR R R ORI & > TR Lod
WIBER 3 2 Z ENE<HENTHBD, BRORBEERNE ERITh NS, &
DHRREHIATS 2 DOHBRPRBEINTER. 1Y Z0UBHBETH
D7Z Paget 4% 1889 FiT 1 DOEREIRIBE L. WY OBITE ~ 18510k
ADIEMTEDN, HE. BERICHE UBENE S &I BWTOLRE
THIENTES. BOBBIIBNTS, FAICEOEBICHEL M NEE 2
WA BRI DBEBTEENIEZAHTHD. L. seed and soil theory &
FEIEN T S(1). —%. 1928 £EIT Ewing 7%, BOEBIImEOsmIck->T
REZNDENIEZEZLEREB L. ZHE. mechanical theory(2) EFEIZN T
W5, BHETIE. MEEMNREOHERRAORRE, SRARTTSEE2 5
NTND. BHEOERIL. RFEENS OMIBOBE., WA R » 2 2o
BiE, MENNORA, FEMIIC L 2RO R, I EBE AN D B3 & I 4t
NORME. B IUEBERAICBIT 2B E W S B OBMITBRE 2R TR 4
DT EPHISNTNS. HEFEDFREEIZELD. seed and soil theory (ZB§4 54>
TIREAEITHENZIENTEE. Z0 1 DELT. EESTFOHEEERMT
SMAMRPWE SN, BI6-FI0 A5 ) — <l & 4 B4 BB O in
vitro BRU ex vivo IZBITBEEMEN, invivo 125V DI DIFLEE R L —
BT DENDIWEG, 4), EBEOWHEITH U CRIRMEBAES & DB,
T ONRER AR OMEAZMIICR < EET 5 LW SWMES, 60355, F/-, &
E Dligés R ONERIIC R R BT 2 BED FOGET S - & bt =
NTNS.  Lu-BCAM-1 EIFIEIN 2 HE3E 50 T13. i B 38 00 1 8 P A2 S oD o o 5
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Boa(). Inooiins, SEENOMERNEERE - SN < R v
AR, BOEBBEERET S0 FTEEREEENEET S TR
END. o T, BESFINEMERE MENKE. Fi- 38 & mEa< -y
VI ADHEEREBNT2EERBEEHS TNEEEZ N2,

127700 BEU B 72y Mo EEEHOEENETH
0. Ml-HIRA S Uy 7 2B L URIIE-MIRES 7B S L T WA S0 T T
H50). o & B OHAEDLEICEST. Ml N vy 2EHEIZHT 2
DAY RERESHEESNTNS(9). GBREEEEEOEREICRITS 1
TTUCDOREEHASHCT BT, BIEE TITHBEE H%E OIS &
EMIRE, RRER EEBEBICBTEA 257U OREBEDERA. PCR. in siu
hybridization. HZIIREHBENFEEZAN TR IO T,

WEEEMBIZ BT 21 057U D OREE E0H 0L, BEERms
DERAFBITH U THRAREZEEZBEZX D2 E8H6NTVS.  #iz 1. asBl A
2TTU R, AR EBAT )=, BHE. BXOMERE EMLORE S
CEETHD. aVp3 1 257U > ORBL, IBEOBBEDT L EIIEETES
EWISHENHB(10). MBEEITBI 270 7O X0 F 2 BRIEDHFA.
HEE NEEMROBE BEERICE N TSET B5(11). EOMhOZwEEMA
DN I—=I TN A LDBEERITBNT, o3l HEL~NN—FTH
DDITH LT, aSpl BHIREE® 5IHET512). A5 —< Iz BT,
a2fl, a3pl, BV abfl 1 > 577U > OREEBH, BiEEICHEL LT
2(13, 14, 15, 16). FHEMMIZBNTIE, a2Bl. aSpl, abfd 1 2541 L
BERERRICEE THB(17, 18, 19, 20).  EEEERIC BT 2 Mo -
BEHIR TR DN DA 25 J ) > DIERB $ 7= 135k RENZD 5 N2 78, JE B
EAIREMR T, 02, o3, a6, B, B4, BLU BS ORBEBOHAIZED 513
2. ULEDXSIT, BEMEOESFEERE VWS EEBBOLBIZBNT.
12T TV RABEDL SKERT BN ENSHEICEL TS < OHER S
. IN5OE MAREIEMEY 28V 2RI, BEEOEEROL/(L
DTt 2T T R OEBZ2H D DEERBET L N TEBENS
REDD—HT, BEDA VT 7 ) A TORENEH L84S, WD E
BREITKRH LTEDT 77 ) o FORBEN AR OEET Ho - O %
FE UEEL & WD REREN S - 7=,

Tz, INERBHIOEIEELT, 41255 COREEBIETOREIZELD
BT HIZEMECT T2 EANT, BEEECEBIEICHT 21257271 o
AUEDORBEFNDPEDITODNTNS., A 2FFU> 02 ¥ 72=y hED
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—FY% cDNA ZHEBABMKICNS > 272 ~ L7zfilg &z AnT, X—
RITRICBNTERESETS &, T HERE DR T 5(22). 04 cDNA %
NS2ZXT7x2 FL7 CHO Ml 2T X — RYTZAIZBNWTERERZ T
2L BEBMELS. I, COBERIT. BME O 04l LB b
—Y#E LD vcaM-1 r‘;@ffﬁﬁﬂ‘?}ﬁLZ&DTEU%&:?&?&U‘&’#’LTM%(B).
CHO-K1 #ifZid, 1 >F 27U >0 THEIZ a5pl EREL TV TS 2
720 (RER) .\ ARMECRBEES®EASF5Y AT, WHEEDAL 5
DI ETFHLIZKWENIFEE”R>TWS. SERLIE. a5l EHexin L
SIVTHEET2 CHO MO NS A7 205 > REERL., X—Ke™ 2 |-
D EREBERET /2. ERIZEL T, BIEEMEIC BT 2 asSpl D%
HEDOEIZ EHan, REBENDEBRENED LS ITEBHTINE NS &
WZEBL .
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PR EF Bk

M &S E L

Chinese hamster ovary Hi3k® fibrosarcoma T3 3 CHO-K1 M2 %, ks L
THEM L7Z(ATCC, VA, USA). CHO-B2 #Ifai3. A > 541 > a5p1 EFHEL
TS CHO-K1 Ml 5B E Nz a5 RELRIETH %(24). SRa promoter
(25) DFRICERE SN L FasScDNA &1 >H— Rz o pBl-1 R & —%
HOT, FS2AT208 Db EFEELE. o5 REMKIE. 70—91 R %
PU—ICKBY—F 4 2T E2 2 2F2 (G418, SIGMA-JTAPAN)Tif £ % $542Z |2
ERLUJz. o5B2 Mil2iE. aS/pBl-1 X7 ¥ —% CHO-B2 #if9ic 5> 27
JhL7Z6DTH%. o5CHO #ifAIZ, aS/pBI-1 Y —% CHOK] HHEZIC B
AT MLIebDTH B, asSBFI8TA MU, 74 T ORI F > ioxbd
PEBICEETHS o5 0 187 BHO Iz SN TS5 %7 5= TITE#H
LERRZDD o5 DNA 2EBALERNS VAT /> M CHS.  HIfIL.
10 % 4-R'2IMiE ( FBS, KHAZABIIE ) | 50 units/ml =31 >-50 pg/ml A b
L7 R <432 ((GIBCO, NY, USA ) 2ET4 IRy TLkA — 2 L5
(DMEM, HAZEE ) 2MT, 10 % CO, ZHEF THRE L 7=.

70—Y1 b AU —fFF

1 % FBS, 0.03 % 7 2{bF o A%EEr DMEM 28598 U 7= MR 1o ik
MNLALZ — a5 £/ 7 0—F )R KHT2 )& 4 °C T 30 RN EEE.
EFED DMEM THEK Z¥% L%, FITC ERH v % IgG F14K& ( DAKO,
Copenhagen, Denmark ) & 4°C T 30 RSB/, BE. M &S L5,
DMEM [Z#&# L FACSCalibur ( BD Biosciences, CA, USA) % i\ THEAF L 7.

REBUEEA L TOy b

Ml R E & HHE % EZ-Link Sulfo-NHS-Biotin ( PIERCE, IL, USA) v b7 o
FI—VITWS T, EFF L. BEBETEL Ny 77— ( 10 mM Tris
pH 7.5, 150 mM NaCl, 1 mM EDTA, 1 % Triton, 1 mM phenylmetylsulfonyl fluoride, 33
KT 1 mg/ml Pepstatine A ) ITVEMEL 7z, VEMRIITH o5 £/ 7 O—FIVPifk
(KH72 ) 80 S ME 4 °C T 4 BRI/EA B> 1%, proteinG-sepharose
(Pharmacia Biotech, Uppsala, Sweden ) % 4 °C T 4 BEfER €. F—2%
AEAE/N Yy 77 = T3 BB LY > TNy 77— BB L7 100°C T 5
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S S

AENRL 7z, Y2 TIVE SDS7.5% RUT 7 UINT I RN TESHKE, L.
ShOVNO-ZA STV BB L. ASTLYE S % AEAI NG |7
4°C T—HRME L /=%, horseradish peroxidase ## A L F R 7 E > ( DAKO,
Copenhagen, Denmark ) 3000 EFRREZRT 4 BREEAZEE. AL TL %
3 [EWeH L7t BHT YV FILE BCL v (Amersham, Uppsala, Sweden ) %
AWTHEL .

X—= R T2 ERAN-BRERET)

X— RXT X (BALB/cAINCrj-nu/nu, 4 5B#, A X )1 B0 .1x10° @D
MIEZE T ZOEEIE FICERE LA 18RIz 2 ROEIGETEFICHERE N
RREFROEE SR BLUBE2HEL.( BR )x( 8 )x( B& )x0.52
REANWTHEREZEH L. FEZ 6 OHIMIZE 57 Z DT 2581 3 7= 9
i FRFER OETEDY 2500 /n s 3500 mm® (73 LR T, [RAERZYIRL 7=.
HER 7 Mo 8 BB LEEEAT, NUAZRBRUEBHEERR L= ¥
. %R 5 HRBLAES A GRGDS 713 GRGES RTFRZE 20
mgkg ORET 1 HBEIZEEL, GBI ERETT- 7.

HLRR = I AT

FERILIR U AR Sl BB EHE L. 10 % RV~ > TRELE. HAf %
NG T4 EABUTEHR, 6 pm EOUREERLE. COYE A< FF1)
e XIFVURE o THRAL, EHE T TEBOAEEBRR L.

10 pg/ml DIRET PBS IR L= 7 4 TORIF L%, 96 W)L TS5 2F
VI T —FDETTIUIMA, 37 °C. 2 BEREA 2o Re— Bz &iTk
DTA—hUE. 74 70XIFEHEREIE. 3 % BSA 1% 1 REME -1
YFanR—tLl. MEOEEITHT 2 ERNEE SRS L. XHT4 7O
»hB—=LELT, 3%BSA 2EMALJE. BSA WHEEBEI%. 0.1 % BSA =]
FAHEMYE DMEM ([THRB L7l %, 1 W x)b&7=0 5x10° [EIN%. 37 °C T
1 K1 > Fa~X—hL7%. DMEM 2BELZE. 0.04 % 71 AL INA F
by MEBEMA, FRT 10 A1 >Fax—FLE &Y 2)L% PBS T
3 [EIYeH U7z, titonX-100 ZMA. MEAICE DA EHAE 2 1) AT INA F
Ly hEBEBRTICEHI®Z. DW TEEEFER L7=4.550 nm DRI %
BlE L=
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HIREAREEZERR ( Cell Spreading Assay )

10 ugml D7 4 7ORTF AN TERERBOAETI—FLE 96 ™
TIVTIAFy 7T L—HMZ, 0.1 % BSA & H M5 DMEM 2865 L 7= #ka
Z 1 Uz)VH0 5x10° @A, 37°C T 3 BfA >FarR—KrL7~. 5B
WHETFTTASA RTAINALICEE LUEEEEZI D 2a—F—ICR DA, NIH
image ( National Institutes of Health, MD, USA) E{&MHTY 7 F 77 2H N T,
MlEEEICLDHBELEHEZELR L. 3%BSA ZAVWTI—RLEESE,
XHTF4T7arbo—=)b &L

WEER

AT 4 70R T F kT 2MIOMEEREE, multivell Boyden chambers
( Neuro Probe, MD, USA) ZHWTFHE L. RUAN—FRR—F AT >
( pore size 8 pm ) Z 10 pg/ml DIRET PBS IZBB L7274 TOXR I F R
FIZEIET 30 2BIRE L%, BELRE. ADTL2EFvrN—ity k
L, FYy > N—DFBRITEY FI7%>FELT, 10 pgml OT7 4710
FUFEEE L. 0.1 % BSA BB EME DMEM 2MA7x. 74 70%”
F2ZEFEEN 0.1 % BSA HEiMiE DMEM T/ LT o)VE, 2457473
hOo—JVEULTHEAL . FyoN—0LBIZIZE#OENE DMEM |7 5%
BLIZMEZ, 1 Dx)V®HED 2x 10" EiNx7/. F¥I)N—% 37°C. 5%
CO, FT 3 BT >Far—FLE ATV OLEEICES MK EfE
THRELZ. AZTV2EBRVIUCTEEL, AT RFIY DREETo -
ATV O TFHENKRTMEEE, BEME T Tl 7.

M E RN EEER

Hfe OB MBI T DB M BT 572017, Stamper-Woodruff assay %17
D72(24). NUANGHEH U/ZBlgE, NEICKRAZZTELL, 1 B0ER
BN TRICEEN SER LU 10mm BEOESEYIF %2, 251 RS 2iz<™
hLEEBbDOEREMRALE. RIY—%FS52ZA7 27 U7 CHO-B2 BL
as5B2 #fEZ 10° %, 1 ml @ 10 % FBS &4 DMEM IZ®%BL. 1 mM
BCECF-AM DMSO #5% ( Wako Pure Chemical Industries, Ltd. ) 3 ul &f0%. =&
T 30 21 >Fa—hUMRZHILEH L. BE7: BCECF % PBS Tt
%L, #if2%z 10 mM HEPES (pH 7.4) 2B L7-. 1x10° #if2/ml HEPES O
BETRELZMIZH LU, 200 pg/ml @ GRGDS /13 GRGES R7F R%
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T 4°C. 30 SEAE . HEBBE 100 ul %, T AR CTHAFH
B LA, EEE (60 pm) OELTFTEE. 30 SEA 2 FaR—FL
e, FEEUho #lE PBS THE L%, 3 % TINE—=NVTIVFEe RT
BEL/k. FEBYIH 2 propidium iodide 12 &> THLE L. PBS THE L=,
YRZEREL. REREICHES L TWD I & 14 5 L—H —BEME ( LSM-
GB200, OLYMPUS ) %MW TEAIL 7~

WeET fRNT

A-—BFYUARIBBHERIIBNT, MBEMOEBROEEE2HET 2
Z®IT 1 BEERNE. HEEERITBT DRI Kruskal-Wallis
ANOVA ZHWiz., P<0.05 2BE B L7,
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R

% CHO MifEIZBIT2 a5 OREIE

CHO-K1 #ifd, a5 REZLEAEBELN a5 S ZA T ¥ > MBI 2 o5
OFEBEZ, 70—Y1 bA M) —ERNTHEF LE(Fig. 1, 2). o5 ¥ 71—
v FERETHIENMHAENTNG B 722w M Bl DB THDIED. 7
B—Y4 hARI—ZHNWTHANZ o5 OREEEZ, oSpl OREEEIHIT
CEMNTESD. CHOK1 MEIC a5 DNA 25> A7 x4 L7 o5CHO
MDY, mbE aspl OFEBEEZRLZ. CHO-B2 HIFLIC o5cDNA & 5
Y A7 zZ bUJ o5B2 #ifaid. AEHEDOL LT a5 2FELTWS CHO-
Kl #filaE D bENWEBEERLE. oS RELEEKTHZ CHO-B2 ML,
aS ZFERBELTWEWIEBHRETER. oS HFRICT I/ BERE S D
a5B2F187A #ifi2id.a5B2 #MlEEIZIER UL RIVD a5 REEEZRLE. #k
D a5 7=y bAY CHO MIfEICAHTEED Bl SHIE L THRA LTV S
MEDIMEFRD DI, EFFACLEMBETESEIZHLUTH o5 T/
JO0—FNVHUEER W TRELEZ{T o/, KM LAEHHEE SDS #UT7 7
UIVT 2 RTVERUEN LIZ#ER. CHO-B2 LIS OMIKLT 150 kD (a5) & 100
kD(B1) D/N FZEBRHILT=(Fig. 1, b). o5 RELEKTHS CHO-B2 HIfET
&, 100kD (B1) DN RiFFZBD SNiaho7z. Zhud, AEHED B b o5 +
T3y bAY Bl M E CRERMICHEAL TVWDE I L2 EKT 3,

invivo \ZBITBREFEEDEIE L inviro 2BV 2 M 1454

MREX—-RYUACKTHERBLEE. BEOYA & 1 BRI 2 EEHA
U7z (Fig. 2, a). [REROWIEFEEICEL T, DRSS~ EBD CHO
MIIZBITS o5 ORBREESHEHBEEERLEZQ27). TAb5. o5 ORREEN
MW E, BEFOEIEMEITE< /2o 7. as5pl ORBENRE LS a5SCHO &
fE, RERBEZRE LN S/ ZHd, BOBEESE 2 RIMEE,. T
IINEREADIFAERSTF 2 5+ 5 — B OB IZ X 0 IEIE ICE 281 0
BlG, HMIEMR OB G XD bEMICRZ DTN EEZ NS, —F,
in virro TP W THIRIEIENE 25 LB R, o5 ORBINEOLEIIIE & 2
PELTIEHEND invivo ERICHEENESNZGRES).

2= KXY UR BB HREBET ) 2O EBHEORRS X CEBE D
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Ak
@%mmtkﬁéas@%ﬁ%ﬁ%%ﬁ%&%&%t&@&iﬂ%@?é@
EPHENITTBEDIT, I—RITRICBIT 2 HREBRETILEHNTSE CHO
ML DB IBEE B L OB R &) /=(Table 1). i1 aSCHO MR LIS D
?NT@M@%%@L&?OZKﬁmr%ﬁ%tﬁ%h\mmxmmx%ma
T 100 %. a5 RREZRETH2 CHO-B2(mock) #ILT 90.4 %, a5 RS> 2
77U NTHB asB2 MIIT 89.4% THolk. ZDEDIT, AEBRAIC
B DMEBBEIL, o5 OREBOLLICEHE L TEEH L TR &0,
CHO MIIICHEBEL TS aspl & 74 ORI F > OHEMEREDLEEAEL -
ﬂ%ﬁ&@%‘%mm%AMWﬁ%E%tﬁﬁémttbtéDtﬂ%%ﬁ%
WEBBZS5NS. BIBEELY DHADEBZRIL, WTNOMEIZENTE 0
530% LWOIEBETH /. INSOEEAOEERIZ, £ CHO IS
BT 5 o5 ORFEBOLMEIZEEFETEH o —F. BRADEBZR T
a5 DHRBFABOEIE—F OBRUENBED 5NE. o5 ZHEBEL TR
CHO-B2 #if2& o5 2FMICT I /BBHE D oSB2FISTA Ml %@L /-
R—FVWXTM\%ﬁ%m%®BhE#9t.a%léWE%K%ﬁbTm
% CHOK1 MIlEZHBEL =X — RITATIE, 227 % 15 27.7 % OHET
BRI TERE NED N CHO-K1 Mild LD a5 ORBEENE Y as5B2 §ja
EHEMLZX—RITZTI, 30 25 50 % OMEE TERADED N X
N7z, mo o5 OEBEENE BHEVHEEM 27T o5SCHO Ml % 25E L
t?@me‘E%@&TE%%%ﬁ%&éhtﬂjttw\E%%Euam
D, INBEDOHRIF. X—RITAICBWTELNEEER, JiEb i N
HELTWD ospl EFRBANICELETZ T4 TOXIF L EOHEERICE 5
TEULFREZRETS. $5IT, asB2 eI A K FHEE L%,
R & DEMBIER TF R G E2M S BB MHERET>/~. GRGDS ~
TF RBREHICBIZEEERIT 10 % THo~0ICH LT, 3> ha—JL T
%% GRGES NTF REEGHIIBILBEBRIT 42.1 % THD. GRGDS <
7?PE%K&Dﬁ%t%ﬁﬁ%mﬁﬂﬁéhtuxmﬁ) F72. GRGDS X
7T RiE5L. BRUSNOBEANOES RICH L TEZEBE S 2 Mo/, —h
5D L5, oSB2 MIFICEE LTINS aspl EBBAD T + TOxsF >
EDBEED, BEBERICEERREEREL TN EEZ LR

A= R ALV 2BEE OME%, BRI,
BEBERRLIEX— R U2 %, WIRMEILZHKES Fig. 3, a IZRL7.
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KET o5B2 M EEELZX— Ry Z0EMERICERE N8 s =
LTWs. Z5i7, BEDY YA, AHEBIBENOEBHRED NS, B
RNBA LMY, BHICBBO E OBMICEE > TEBEE R LIED 3
DINERASNTT2DIT, BN S ERLEABIS 2ATREL Y - T
AP UTHREL, BN ORI ERR L. SEBNID SNAETRT
DRX—=RFYTRALCBNT, BEBZEBOKEBEGICHEREN TV (Fig. 3, b
KHE). 50, KEBBOMNESERBELUEBR, RRTEEMUNEBITT
NTHREEICED NG COZENS AERTESN-EE8IT. CHO M
RICHEBEL T3 oSpl EBBORMENICELET 274 TORIF> 0l
IT& > TEUEMREENE N EEZ 5N,

CHO Ml D 7 4 T ORI F KT B HERED L O ERE
X=RIYTARZBNTRENEBEYS OFILERIZBNT, &R T+ 7
ORI F U TRTEEEEEERDOEE N BEEABEETH > =00 %
RIS 272012, invito DREANTHBO 7 4 TORTF NTHT B E4E
CHERETMM L. T4 ORI F L EI—FLE 96 TN TSAFw o
TL—h2EAL TEEERET O ABRE. aspl EFBELTALY CHO-B2
MILE o5 2 FNICT I /BEHREHD oSB2FISTA IS 70 TOxsF >
XL THEERZRE RN o7z, FOMOMIETIE ospl OREE DA -
AL T, BEROTEN RSN (Fig. 4, 2). MRMEBEHRICBNTS, aspl
DFEEEDERIZLFAIL T, MEDOT + TORTF 2T 25 HEE I L
D LN FAROERIE SN (Fig. 4,b).  FHEM 5B U 7= JBE 1 132
AT B IE DMFEFITIE, 300 pg/ml &0 S FHREDRIENE T  TO% 7 F 20
FETDHIENFAENTNS(28). % CHO HIAEEME 7 4 70X F 27
HUTRTTEY FUAREHET 22 & 12k> T, BEMEICEITS a5l
DHBESHEOMERACKIEITEEL2H2BEHRMNTEL £, Wl
ERBET DIz, TORBR, MIAORE, MREBROBAEAERD, WEKED
aspl  ZFHETDH CHOK1 MMM, 74 TORIF UICH LTRSS NEEN
R UJZ(Fig. 4, 0. ZODIZ &, ZREETOMBOBEEEIZ. i Toay
CHTOMBEEEZHEI T4 ORT A7, SAURT A FOMBEE, BE5TO
HEMNSDIELWIHER TS 2 DOHFEOHEERICE > THEZINS &
WOME & —BT 529, 30, 31). BEBERIT. EREEFELEL oSCHO 41
fALIS ORRLIZBNT, CHO MDD 7 4 T ORI F T 2EEDLL L
D, DUAEEEROLLIZHAIL TEBL TNE ZEBEENET o 7.
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a5B2 MAE DERAMIFTICHT2HE L GRGDS X 7F Rizk B iEsEE
BEBA%, FIT CHO ML ED aspl ERIKND T+ 70X F> =04
BERIZE > TELREHDTHEDONEINERHTIEDIT. BEZRIZ -
DERME LB BIER U= UIR 2 VW THEEBR T/, EBOEE.
HREBAIZE W TREEICH T 2 BB MR OEE UM RIS T oEs s
wO Nz BERAVEEBERTIIR SNk RIS T 255
EURERIZ, BEOGE BRI 2EEN. ALnE2EH UEMEIT &
DTEIZBEKTHZDITH LT, AERTIIHM LICEEME 2B W=D &
CIRAT 2 EEA NS, o T, REMEICHEE L7 05B2 MIOE D5 %t
AT2ZEIc&oT, MROEEEEIMUE. HESL —T—ERSET R
FUICEEM L BT 2 EEORT 2. Fig. 5, A ITRUE. S/, 000Kk 1
@d7z 0 DB %, Fig. 5, B ITRLE. EBROBE,. o5l 2XELT
WRWy CHO-B2 MIBEASRERRICH T 2 B EZRE N2 DICH LT, asp1
EFHET D o5B2 MIIARICEEEDOAEEZRLE. /2. o5B2 HBEOHA
BRI 28EE, FHT4 732 FO—)VTHS GRGES RT7F RIEM -
Ko TEELEND/=A,. GRGDS RTF REMICE > THEEIZHE xn 7~
(p<0.0001). ZN5DFREENS,IURIZXDEBERICBNTED 5N 45k
ROM/NERSIT, JEFMBESREEL TS a5l EREBERD T+ TOxy F
CEDHBEERORERECEHDTH B ENM TR EINT-.
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CHO-B2 CHO-K1
(mock) (mock)

Fig. 1. a, Flowcytometric analysis of a5 expression on CHO. Human and chinese
hamster o5 was detected by mAb KH72 on each CHO cell. CHO-K1 cells
expressed o5 at endogenous level and CHO-B2, 0.5 defective mutant, did not
express a5. Among three transfectants of a.5B2, a5SB2F187A, and a5CHO, a5
CHO cells showed the highest expression of a.5. b, Immunoprecipitation of
surface biotinylated cell lysates with mAb KH72. In four CHO cells (a.5B2F187
A, CHO-K1, a5CHO, and a5B2) except CHO-B2, f1 subunits were co-
precipitated with a5 whereas in CHO-B2 cells, o5 defective mutants, B1 subunits

were not seen.

27




5000 -

- —O— CHO-B2 (mock) [5
E 4000 { “O— CHO-K1 (mock) T l
E £ 582 /i(
£ 3000 {-O— aBB2F187A 5 I M
E 2
(@]
> 2000 -
£

0 -
3 100

-

10 20 30 40 50
Day after injection

Fig. 2 Growth of primary tumor in nude mice. Each growth curve
shows primary tumor volume of nude mice inoculated
subcutaneously with CHO cells. The growth of tumor volume was
reversely correlated with o5 expression level on CHO cells. In
nude mice inoculated with a.5CHO cells, no primary tumor was

observed. Each value shows the mean + S.E. (n=8).
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Fig. 3 Macroscopic and microscopic findings of the kidney metastasis shown in nude
mouse inoculated with a5B2 cells. a, A nude mouse with the kidney metastasis caused by
«5B2 inoculation. An arrowhead shows the metastasis site in the right kidney, this mouse
also had the adrenal metastasis. b, Hematoxylin-and-eosin(HE)-stained section of tumor
(arrowhead) in the kidney. All kidney metastases were found in the kidney cortex region.
¢, HE stained section of micrometastasis(arrowhead) developed in the kidney glomerulus.
The lower glomerulus formed a micrometastasis site caused by a5B2 whereas the upper

glomerulus was normal.
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Fig. 4. Adhesion and migration of CHO cells to fibronectin. a, Adhesion assays demonstrating
adhesion activities to fibronectin of each CHO cell depended on 05 expression level. 5x 104
cells/well in serum-free DMEM containing 0.1 % BSA were plated on fibronectin(10 pg/ml) and
incubated for 1 hr at 37 °C. Cells binding to fibronectin which were stained with crystal violet
were assessed by measuring optical density at 550 nm. Results are expressed as the percentage
compared with CHO-K1(mock). Each value is the mean + S.E. of triplicate data representative
for three independent experiments. b, Spreading assay quantifying increased binding area in cell
adhesion to fibronectin compared with cell spreading on BSA. Each cell in serum free DMEM
containing 0.1 % BSA were plated on fibronectin(10 pg/ml) and incubated for 3 hr at 37 °C.
Each value is the mean + S.E. of 20 cells randomly selected. The same results were obtained in
two independent experiments. c, Boyden chamber assay evaluating migration activity of each
CHO to soluble fibronectin. Chamber with 105 cells/well in the upper chamber and 10 ng/ml
fibronectin in the Jower chamber was incubated for 3 hr at 37 °C in 10 % CQ2. The number of
cells migrating to the lower side of the filter was assessed as percentage compared with CHO-K 1
(mock). Each value is the mean + S.E. of triplicate data representative for three independent

experiments.
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Fig. 5 Effects of GRGDS peptide on adhesion of «5B2 cells to the glomerulus in the
kidney section. a. Laser microscopic appearance of adhesion assay on the kidney
section. 105 cells/section were incubated for 30 min with gentle rotation. a, CHO-
B2 cells(yellow spots), .5 defective mutant, slightly adhered to the glomerulus(red
spots). b, a5B2 cells which were a5 transfectants effectively adhered to the
glomerulus. ¢, Adhesion of a5B2 cells to the glomerulus were not changed by
administration of 200 ug/ml GRGES peptide. d, Adhesion of a5B2 cells to the
glomerulus was inhibited by administration of 200 ug/ml GRGDS peptide. B. Cell
number per glomerulus(n=20). Note that adhesion of a5B2 cells with GRGDS
treatment to the glomerulus was significantly inhibited as compared with GRGES

treatment(” p<0.0001).
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