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ARRAFREHBERELESORR, IRREFETERL,
ok, HAEE. GhREE. GhRfh Ik, EEBESD.
B, KERASLEARFERFASTREEMM. Lheit,
A RARTERERBEN. REBES, ROLREN. REAFFE
10 M. RBRERFIARECEREN, WXERER. AF2EE
R S B (S FURE . AR B R R ) AR LB AL B BB 0 B
a-BEaAR BN FEGRR.

b Lih.3
15 yfh. HHERRTIAS oG
R BENEAETHHRASH T LTI T . TR
THETFRANBELT 7k, E¥RET AR GF R
ik T Ak, BmEATERES., 4 BARXRRG D AE A
BRAMAD) S ERA THEL. BATHBFRPLFETREWE
20 B, sbdh, H4LdB4e CD19.. CD20. CD22 #= CD25 &4k 4
A 77 o B 40 M AT B 0 5B A T YRR
ERBATTHBEHRT, N FTHELIFRLEHRE, —A504
EOBAENE FABEHESH MAD 45 B, MR 4ES
RAGBRRGRRER, EEHFRARLERLRY. FEAHBE
25 RAEWEREALFT], BLFIREENE, wHLTFALDK
MADb B, &4 A4 RFAMHAMA)E A, HAMA REATEFH
hPERHELE, FERRERILT, BBEKT ZRAGEFN
. B—ABrgRT TRKELE T P RRGRERABRIE LIE
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ARG AR, ABRFZEAFARE SR, XFFELH — AN ER
RS ERCIR BN E—FARER, R BXFF LB
&, A BRI AL T EF WA S K mit b R & 4T
i,
5 HF2BETY R MAD 7 BEMNETHR, XEFE N
e LR A B FEAKT. R ARG Q6T R
M, G R Aok B8 AT AR S 5T 69 R R ARAT B (B R ) E
. MAD it 5 A+ Ao REfkeBamiesd s, 5N
HEER T TN, AT MAb 694 7R e M BA RIFK
10 R, BRZAEELXR RS FASR T @Y T RREABIRL,
HHALECATHRALSBAFAZAESNENER T RFARAK
(scFv), PR B HEORFAEEZN LS BENETE, Ik, HREFZ
K, FARBETLE. LERHEFR scFv LB 64 5 AR 5 —FF LI
SeR B MmO R IS KRS T ik, R eREARHRLS
15 RABANET T R KA,
sk, REBRTHBEHZLRTEFHARCARYGELE, &
B R et E X, SRRk dhm(ALL) A 7/ H R
A, HEFERHEEAFLERETL. 5EEHXH ALL M, X%
# B @i ALLB-ALL)¥#R B R k48, 2RHFSHALTEA
20 Jd —FF e DNA ¥+ R FHEARETIR, BREFRAFTFIH
Mg, ERATOLBEEEIL, B-ALL EE2HHRERERE,
EILERBATHZ o, B @k CLLB-CLLRZREAEHEG 0
HCLLYY—A %4, R—RHREAREZRGGLR, AHEARCTHE
KEFH, EHFTHELA/AMLR—FFAMNE, CiFamE, 48
25 WAL EHEATREAALAMA oo hik, . 24
mppfodr N R), Fe e XAE—H, AML R FEFMEALE,
HEREFHEAT RS ERRRETEFoLHTHER, AR
AEE 1 FHREHTHHMASLER., AML %2 THM, &

10
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HERBERZE, AML L 2HrABRA, LREZEE 1540 ¥
1], {284E LY LERFBRRXHGRA. LA AML &5 #
VEFEZINATARTERER, PREAZABHARSNIESIR
AFERZHES,

5 EACHF R B EH MR RBE A RAE 98 MAb, /) & MAD
muMab4D5 ##. HER2(P18S)#yAshi, T RFHr4|il& £ iX HER2
B AMNEBERYHFE, CRARLLALFH Y
HERCEPTIN®(trastuzumab), iZ 24 4 2 FDA 5T A T4 55 AL & (£
B+ 49 5,821,337 f= 5,720,954), &4, FARTI 44k HER2

10 AKEFLRGEEmEAEK, Bt, 3 CD20 # A3k K b it
T FDA # (£ B %45 5,843,439), iZHikS 54 A B wibikik
R, @iEHERE B wmik. ZiikE B AFmias SRR MAMREG R
R, B RRAREHT, YHEARLATEFIEE B afEEA
BRI,

15 XERLECARMFRERAREEFARERRET. Flie, 5
CD33 WERHFHFMEAEGARNMLEREA()EREZ A EEE
CMA-676 ¢54(Sievers et al.,, Blood Supp. 308: 504a (1997)), CD33
AEFEFFMARLEFXSEHMFLGTHO LRI L, H4E4
4 AR A B MYLOTARG®, Hif &.#4% FDA 4+ (Caron et al.,

20 Cancer Supp. 73: 1049-56(1994)). R mpimEN, -4
Fs FiXE 69 35 CD33 HARA(HUumM195) 5 L b ampe M s o, &
G &% 5% McGraw et al.,, Cancer Immunol. Immunother. 39:
367-74(1994))f= # 4 4 F 454 'I(Caron et al., Blood 83: 1760-68
(1994)), **Y(Jurcic et al., Blood Supp. 92: 613a(1998))#= *"’Bi(Humm et

25 al., Blood Supplement 38: 231P (1997)). ##& &fedi/& CD45 &4
FAR(CHULym3)4 4L F e KRS, B T4 575 A8 fofmfA e B (Sun et
al., Cancer Immunol. Immunother 48: 595-602(2000)). FE4RksFRIZF,
ADCC(IARR #1140 JOA~§ G IEH M) M R T IR B 45 gL

11
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#%(Henkart, Immunity 1: 343-46(1994); Squier and Cohen, Current Opin.
Immunol. 6; 447-52(1994)),
WG IT AR EFRG TR RS, AN BAFERFEHGF
o, BRER, FEH AR AWM F . RN 4o Presta, Current Pharma.
5 Biotechnol. , 3 : 237-56(2002); Presta et al., Biochem. Society
Transactions, 30 (4): 487-90(2002),
5 R ABA R EESFARGHERL, RHRETFHEAR
QR AT EAFT] scFy 9498, RAFLT AT scFv LE# R
A TGFB2 ZARMTAAFIR, ALK RRTRBRETHEK,
10 % scFv Tagstibh 5 TGFB2 4% %69 %% A IgG4(Thompson et
al., J. Immunol. Meth. 227: 17-29 (1999)), B A RiZ&GAIGIAFE M,
HARBETHAREADFAABRBEARAAR] CoHE R, ETEERMI T
v £ ¥ &g ik Smith, Science 228: 1315 (1985); Scott et al., Science
249: 386-90 (1990); Cwirla et al., PNAS 87: 6378-82 (1990); Devlin et
15 al., Science 249; 404-06 (1990); Griffiths et al., EMBO J. 13 (14):
3245-60 (1994); Bass et al., Proteins 8: 309-14 (1990) ; McCafferty et
al., Nature 348: 552-54 (1990); Nissim et al., EMBO J. 13: 692-98 (1994);
£ E+ )5 5427908, 5,432,018, 5,223,409 #1 5,403,484, lib.

20 o & & scFv Juik T o4 Bedk
. HHREE K. GPb., #HEE9F PSGL-1P-##FHEEH
BEARKR-DIEELHEARREIARNETREEZNEA, i
FERBERALRE. RERRALEEL. BSLAEEE. #8B. 7%
RE I ORI/ RXEEF, ARFFTRAEAREE. B,
25 S Agfe RS F SRR LG TRT A T Fg 7oA
X e Fe 8 BUROR A 6 R A A KR

12
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Ao o] AR
fo o R R R GBRRIENRS, Aikd, MR/ RER
FhREEEEHA. LEMRYG B Clhbheyids, HRTRE
A—RF|EEQEMHRE, FLROETHRNEL R 0 BHF
5 eEREABNZTHAER. T—HFRES E0 MRRER WG
Begfe A8 E, BHRibfhid, MESE, Lot —FRFEES
RAWRHAREZRNL, BRI ERGE LS+ M.
PEIR e fr AR RS A EAL IO R B, AR
P REEHA. ELTRGH, LORERIZRAREAS,
10 I SGHEH). X—AFEHRERAE, EhTRGREHRLYE
Moy B GREAR A f AR R dnde), KR I RAMRGRE, ThEH
YIRS RSN FIR, iR, ZBABRE(ADP). B LRE. o
FEMARTE., RELANZ o) )8R IT69 R $ AR SH KB
oy —FF .,

15
fo N RAESEAS T G F 2
MRBREBAAFARABRHEEELLEANRERRZ. RENKE
o, WEEHSE I BB EIERAGRARETHEBH LR
% B %< —(Oleksowicz, Thrombosis Res. 79: 261-74 (1995)). #:#%
20 MR R A AR, Akl RmibamioBNEaes e
BESMW. ZEAWTHRAMET, AMTHERRKRBLEIZEL K.
R LA ST AT 2h MRRIA PAERA.
C2iE%, R SRS L IRREGRISNBERAGHEBE
HAK, HEHYHER FAFETI R L PBRREGITH LIS G
25 #AL, LRESE, WEERSE LRI EIER T BRELENR ST
Fe@ Sl ok, CEXEMNBEEL LARAX A DBREREGHER
ik, LREE, ) KRLEMXEEXE GPIb. GPIb/Ila. GPILIX
Foa BB G oy B FILIRATE e % & & (Oleksowicz, (1995),

13
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1 #7; Kamiyama et al., J. Lab. Clin. Med. 117 (3): 209-17 (1991)).
Gasic et al. (PNAS 61: 46-52 (1968))& 87, #iik 3| Aedd o] Mok
VIE R E Ak CT26 2 MMRs& . Lewis ik A B16 48> 4 49564
k89 4 F A4k AR (Karpatkin et al., J. Clin. Invest. 81(4): 1012-19 (1988);
5 Clezardin et al., Cancer Res. 53 (19): 4695-700(1993)). #t.9}, & 30 HEL
mILE) A B E A GA ¥ 4 B B (60kd), ik % tkékl GPIb Fip4g £,
HEFREERFFE O BRI GPIba T £ (Kieffer et al., J. Biol.
Chem. 261 (34): 15854-62 (1986)).

10 GPIb 5 44
b BT HENATREEEL ) BRERO LSRG AL, Lh
A EBLRABES IBIX LAWY CDI2). KA
i 44 B F B von Willebrand B -F(VWF), A~ JsA50k5 B (A2 44 Bt
B E G ZHINE., CEE LTS 2 ANEEG OB
15 RXEER: QFAKRRERRTHHWAFFN 0 ERE; F(b)
TR IR B B 5§ 64 o AR AL
GPIb-IX B &4 d NSRRI R B —F 2285, HEAWE
A3 ANIERE % BR - — w4449 GPIb 130kDa o 44 4= 25kDa f 44, ¥A
BAE 54809 GPIX(22kDa). % 7 H 4y @ik dkiis CD42 £
20 S, MARAFERZAATRIBEL, ATARELER
ARARINBREARKRFTEHE. GPIb ¢§ o 4 3 NREI LM
Bas: (DESEREARTLAS TN X HABEAMNER ) 0 3RH
N gk, QFEBEMHRZEOH EHEKR; F(3)64 GPIbo —
HALAB IR A= JOR T 5 6Bk AR % C 383K,
25 X e £, GPIb-IX H 444 VWF it b B2 A 3843F
GPIbo N 3% 6,44 300 EABMHEH K., & F AL M GPIb-IX £ 4
WA N R EE A B KR LK, @it GPIb RA AR T
856 VWF 1R fo R A TR M E . b3), vWF 5 GPlba 4 £-3% 7]

14
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Aefn AR FEAL, XA P A GPIb-IX #a/f 5 @ F R A 0E 5
A2 ¥ R EAEH . ks, GPIba 6,4 o lﬁiﬁlﬁ‘m%Aﬁ«n A4E 8, 1%
A5 518 it R e L BRHE o AR E AL,
GPIba ¢ N #kMR LA LT RABME. LR ERA, £
5 33 CHO @k ikt GPIb-IX Fode ) #5 GPIba ¥, iz T .464 3
A BE R BR SR AR LBR AL (Tyr-276, Tyr-278 #= Tyr-279).

EH AR
FO BT LB ESEM, CFRBRELARSEMNE
10 AEMEBRGENER. FEHTIRTERERLAET. ABRLE
B aSsEa. EARENEARRBETARIR. BRARA—
F €40 7T HLBE AL 89 AL B8 X X (Kehoe et al.,, Chem. Biol. 7: R57-61
(2000)), HERE B4 KX RBETRABIL, LEREEKWRT.
CER—IE G B RBARAMIL, {2F £ GPIb LR
15 E—ASKREBE 3 ARESARBRLBARBRGFALF TR
GPIba(CD42) Wy o 45 fe EAZ I AE £ X, BitgE4 VWF A-F o ik
ARETHERERAS, L N REBLOSXRS AL, ZH8HE
FoE KRN D RABALL LRSS, BABRRBRTOHLAHES
B4 R b TR B A BLBR AL BUME SRR BR AR 2K W ¢4 B8 R M (Bundgaard et
20 al., J. Biol. Chem. 272: 21700-05 (1997)), GPIba B M X & 5% 4 BiBR
WEESAREACTEFENER - 19 NREABYGKETHF 1345
B - RA 5L EEGH LA LR YRR k.
BB N 358 BB EMA D THH CC #&IEF %4k CCRS
BYER, FRREAREAMA 7 N R ROTMS) k6 £ B 4K,
25 RN Fotkh %,k B R R A(HIV-1. HIV-2 #= SIV)#t A\ B #Ra .
Bl4e, FBRIL N 358 RBBUAS A B F CCRS 5 MIP-la. MIP-1B.
#F» HIV-1 gpl20/CD4 F 4-keqss4-, A 8 F HIV-1 #tA kX CCRS
F2 CD4 themMe, % —AEE4) HIV-1 3FE %4k CXCRA 4,7 AABAL

15
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(Farzan etal., Cell 96 (5): 667-76 (1999)). 54k #i CCRS 4 Atask,
feA&# CXCR4 # HIV-1 A F, BRAMABRLHEAKIEE, B
LR T BRRBABMAE CXC AMEAFTRATTRAOER, AXK
HIV-1#] f] CCRS5 #= CXCR4 ¢ —#& X #|(Farzan et al., J Biol. Chem. 277

s (33): 29,484-89 (2002)).

% HE G f« PSGL-1
P. Efe L & BZ O AN TFTRANKR, MASTEANS
22— RN ERELET AR LGES. P BBEG AT X
10 BT, Ef RSB, AR, R BEES R RS
FEREBRBEEAEAT. PAEROLRETEALARL. E i
BEORZRTFHAMAL LABZFORATEYHE. 2H a0,
Tw@A B @k L.
PSGL-1(£.4% % CD162)# P 4#%% % . E ¥ E 4/ L B E
15 B R E OB E G ik, ©5 GPIb B4 4844k #y(Afshar-Kharghan et
al. (2001), E)#7). PSGL-1 A ssidk &6y FI R — 4K, LA PACE (B
ST R B LERBE LS. £ 10-16 AT SHEAR. LAMA
HRBERM T BARX AT, PSGL-1 i£ A 3 A-#E B RERBIMAL A,
PSGL-1 ¢4 sh3p 464 3 A N BB L4045 S fo X B v iR B o 5 3
20 $EL O BRFAE S £ (Moore et al., J. Biol. Chem. 118: 445-56 (1992)).
XEHNEBLEERFS O BRBLELCKEE. GRAETRAETA
HL-60 sty PSGL-1 89 O JRABLH) . Xk O BB ZA 4 core-2,
Bk B RS MR 5B R G 444, PSGL-1 K
A R B ABRABRILELELS P &B8EOF L BFEHLELHFL
25 M. seoh, A TEEES R N &I AK,
HL60 4mfe ¢4 PSGL-1 A4 361 A5k 4, ¥4 267 AR
BE, BANBEELS 69 MR REL, Ewlet Gl s it
B F R —F AR R F 5 = %4k (Afshar-Kharghan et al, Blood 97:

16
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3306-12 (2001)), %24 PSGL-1 #4554 FEANSBFb, BHRT
RRATETHE, 124, HL6O gtk 4@t 49 PSGL-1 £4
s REA 15 AMELERL 10 REEAFT], mEHRGEK.
Phmoidiemli(QEXEIHXRARamB)TEA 14 &= 16
5 NEFZHIERT.

o W b an i b PSGL-1 Aid A 84K, AMNH)FEH 250kDa e
160kDa, @/t HL60 E —BReAZNSFEHY 220kDa, HELRE
HHTFTHHME, 4B AR T ALE R (reduced by half), H40FF£
FREBTFHTFEERAEK, HMEZIURATRAZTIHERRAGIR

10 #j(Leukocyte Typing VI. Edited by T. Kishimoto et al. (1997)).

XK hEamiR, P hal. 2. amkE. B &
BT EfpiA T @peAik PSGL-1(Kishimoto et al. (1997), F 7).
PSGL-1 A-$ @ mpEEim k. Ff k., LTS @B EARE X
FEAAL LR, EASE P RmbE Pidit R G FéyE 3. PSGL-

15 1 £ Ti#idssd L RO NFE P Hae-fdhmpetaZ4m,
A sbA-§- % 5% (Snapp et al., Blood 91 (1): 154-64 (1998)).

QuBADEXETRES, P 2BETAREATFERLARFL
JoME, T EEARG LA PSGL-1 Heyta LA 12 G @miok
% B% I W # 5f & 3 (Ramachandran et al.,, PNAS 98 (18): 10166-71

20 (2001); Afshar-Kharghan et al. (2001), FEI#7). @A Z S F LR
FE, NEAWRLY P& E#BFORIAATEESRES, B
WAL LRSS B F B AR Y.
B, %A PSCL-1 AETFHAGmML: %Pk, Sim
B, Aemie. EASA T mie. A, FREEE. fK.
25 ¥4 CD34 FaRFaffft Bafls, PaggaufliilT
EAd B A e L. P %G Fe PSGL-1 1A #4940 ZAF AL
@ EhEE LGRS, el EbERE LR FTREFES
AR K gk, PSGL-1 b &ABRBLALEL B 69 LR4F FMAT T P it

17
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#EA5PSGL-1 W& RER., AT TLEOLRESE: B{% NaCl
(A 150 2| SOmM)3# 3% 45 -A-(Kd ~ 750M). PSGL-1 k8 5584 44 FLERAL
¥3% PSGL-1 #5M A P #BEa L, 2RR#4MLE. PSGL-1 &
RBABEMA TR R THRIKHEROGEDER, FEEZHY
5 Winik T L HE S4B Rodgers et al., Biophys. J. 81: 2001-09
(2001)), sesh, A AL PSGL-1 fde ik Ly A R AEG b b &
Aty 25-100 4 —(Frenette et al., J. Exp. Med. 191 (8): 1413-22
(2000)).
B kAt B 6y A PSGL-1 # £ i3k KPL1 € 480 7 47 4|
10 PSGL-1 #= P i#£45 % & M A& PSGL-1 fo L = E g i eia L4 A,
KPL1 k4% % 4% F PSGL-1 &8 R BB 1L K 3 (YEYLDYD)(Snapp et
al., Blood 91 (1): 154-64 (1998)).
R O- 2R B AR & O BB B IE o Je 37 ) B 7 4 - ) 48 B
ST R, ATRAERET ERB i EBLEEG K, K
15 NEBRAX LT FUE—FFHE S S w5 BRI &0
e S, RVMMEAR A AR A TR £ 5% I 32 A 15 3R 58 tm
(Varki and Varki, Braz. J. Biol. Res. 34 (6): 711-17 (2001)),

SeEL R

20 A2HEFAALEOR-EF v BA vyR, EHETAES
MEFRE], EFHBRETARIE(LKRKNETHLEQRHY 90%),
W 2 MM8F) 55kDa a 4k, 2 ANEFE) 95kDa B 46 2 A48 49.5kDa v
MR, EFERAEZOQREV(EARAETETGRNLY 10%),
W 2 AM4EF) 55kDa a 48, 2 A4 E] 95kDa B 4. 1 A~ 49.5kDa vy 4 4= 1

25 ANEAR505kDa y4E2E %, YHEA YHEH QAR LA RS, & 3L
ETEFEHKR. EFv4d 1411 SREBEK, TIkyid 427
MNRABER, HF 1407 LRABS EF v 4405 & 408427 42
£ 85 VRPEHPAETEYDSLYPEDDL. % K 8K % & 5% o B 4

18
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T E4.

HpExaREROBHERAEE THBAETHRELASEE
B, Rk F eSS, FEEOLR abF M K ES MRS,

5 R ]
AZPH G — RGBT, LHEXLESY, rEHK.
ERBERE IS EERST LOERLLES, MESTFHRe@mE
Ry, KE. LERE. BE. AFLEREFEBEIR, 2R
BBt W KA/ RERFFREFIE, FFRERGEAEET
10 EmmiLl, 40 AML 4. T-ALL 2. Pre-B-ALL @, B 4
. B-CLL @ff, %% MRk mpiestts mm,
AEPHF—NEHOLS LERREZYF LA ETHA
#, TRBEMA TR @Rz, £iE. RERA. BAE. A4
ER AR, ERFEEN., abHBEF/REFREFEELE, 1Y
15 ik fl T a5 At AML, T-ALL. B @2, B-CLL. Pre-B-ALL.
BEAMFTHE. BB, CHEARICPAREE., AMEBEER. RM
RBABRABAOZTA-TORIAER RO AR, RIiXL MR X
A Rl AL B BAE R 6 HB AR
AEPLEH —AB R LR FAAREL . AR BBE RS HRF
20 RAREMGFTEFHEA, AridAkHie AML, T-ALL, B o
. B-CLL. Pre-B-ALL. % X W B #E 464, @b iekiEA
domMiRsh. KE. RERE. ZFE. AFLERE. #HBFAN
BHERAGELCAER. KREPYGH—A B & REG R @I 7

%
25 ALK B —A B )RR T T AR Rk E ADCC 24
#ONK e T @ity 7k,

AXFRHBTRALANY L& AL B .

19
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K A B iR
AL ARAELA SEQ ID NO:1 scFv ik B B2k A-58 7 64 Fdk 3,
HAER, REAAERBIRARERAR, EFES—HRARI L4 S
REEA SEQ ID NO2 ##—&FERK. SEQ ID NO3 #E —FEK
5 Fa/%% SEQ ID NO4 4R =X R. REPHIRIKKLA BMRLE
PSGL-1 #RALLERRXX L. AEPRAXER BEHiE S E Y
—Fr Tk e L kAzsE 4, Fridtmpit i T-ALL. AML. B & &
#. B-CLL v % £ M5 8 /& & fo 5%  fe.
AERLERBES B R, ARG EATERLARAERAL
10 SR BESHNBERAT]. HikiZH B RAME T AR PSGL-1 #
14 17 B RAEMZE, XTFROUFA/AEBREZTF,
AL TR ERFARR A R R EH F aaE- Aok 5 iRk
REHFENGFT xR, RAVNERBAZHALEWMET EFARGF
%, TRAROSTBRIFHRETBRAES),; WHIRETXKE, #
15 BIRIETT B RIS, WHHRETRECe HIV FRERE); W4
KRGS, W RE TG @A K/ R, e Mt
&, whlahRmicERP/ES, B hRmRATE; KR
R R T TR AR G SR B e BT B e e xt LR B ARG 69 4K
RBob; ¥heé) sk @mfesting oRm WG e9 8RN, WHEFNBE
20 HELFTHBEEHK N, BERERENELSTIHBEIEHK
T WHEAOLRAEEFO LR @BRKTNEM, BRKEA L
B EE T A RMBRGET. KEVTREARL VHRARRL A
%3 & ADCC S.#)# NK @k T @ee e 4k,
AEXARBRENREEN BRI T &, FTETEAHRBIE
25 B MR, HEFERE AL PIRARS RET.

ZX |
FARAL)R LA REQ(R)AERRLESGN TGS T. RASE

20
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FAR BN RE SR A BT sty 4 NERREmEARNE
12Q NS 2 N E48), BRI ABREATER, RASAR
BETHERRSTHAHEKE, €4 1gG. IgM. IgA. IgD # IgE. IgG
oo TFEE, &8 RRT IgG,. 1gG,. 1gG; = I1gG,. LEK

5 FOAANG B ReaRF L, EMISTRABFEIRRE LR
FIHRH PR RSB G F R,

TARAFSHXAEFRERRIK, CIERKRESY. KIEA
RIE “RAREAH” ATRIAXEANAARE H 1 AFdR. R 1A
RENFARRBHESY, R 2 AREATIRAERNGELSY. FR

10 K Bt 464 Fv. Fab. F(ab),. Fc #/= Fd R¥&. AE&, A4
AHRIE “FURRER R @8R AKREE4N.

Je KL BFARF| L FTE, Fv XA GARAKRERTE
EfRARARBHTERARNST, FEATERTHEXLRE, #
PERTERERETERME. 4. BEORENER, Fv TH

15 ¥ 4% Fv(scFv) a4t A4 2 ¢4 Fv(dsFv), scFv a4k fizd sy
TER, TEEHEHALEARE KA BAREREL SR, SHAT
W RERAT . RN 0-15 MNRABRKRE, Rkt

3 A4 (Gly,Ser),.
Fv o FAS 045 —dPF &, FLA8EA5—. F -5
20 ZHER. B FHATERYHYSERXRMAAN Z4M2EELRX(CDR). &

£F@# A5 YA CDRL, CDR2 #= CDR3 R, Xk RIRH MR L
Sk, FTREANGHARTEBAESMS . KRRRT AR
TR 3 EehE4 CDR3 K, CDR3 X EEH Ig » FREENER
B, HHIe R FAHAER Gir i fo/I 44 HE0HFHAE L
25 R ALE.

Fv 5 F 69 7 BASUAAEAT I F /¥ Fv 245 R G R 46 Fv sl
Fo/ ZAFFHESFRGSTF. BHRAGEFH OGS ERBETFORES
Fv &4 J B4y ) & 4Kk (minibody), Q)& 4K T4 T T R4 K

21
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B3 43 64 R AR (B R w355 PCT/IL99/00581), (3)EA 454k K H o4
#84l FAk (similar bodies), Fo(4) B A #2477 & K 3 4L £ 42 09481l I
K. BRARRHRZFVOTHRETAHRBEEH XK 69 % Bk,
AXAEF ) KiE “Fab R ™ H A BEHRZOQHENRRLES K.
5 Fab i Bt 4244 fe B0 40 FRELA AR,
F(ab), B hE it § B aBME e B R EQFA G MR LE S
FE. COA25RMP 2 LTHGIS.
Fc HBARBEREFONIERRLESNS. TOLEH C Ry
Fo Fo SARE A3 5.
10 Fd FRARZEHREOE/RTERRE—EER.,
3 AETRRARBEEY =4, B—ERE B Remp>4,
¥ AETARRIR T2 LK B @ie.
ALZAPZX AR TEROERIGL T EGERERSFT],
CHDIBTE, HAHR—AEL, TAtL#THRE. TEAL -3
15 RFHER, BA. REXZEESANRLAR., FH, TEAL—HX
i Bk, BA. BAREHINBLARRHE,
AR G RIE A" FEHFAR. FARAK. WHRESWR
BEARESREHESMA T @AM ZER QIR & EHERIR
A ERRBEE, AR GRIELALT EH AEBRAR. BRIES
20 B3R Ak,
AXFHRBRT LA BFSTAERIERESRE D F ik
Feb—FRAI YR, LV A ZARXNKRET B HFa
FH H .
AXEAYRIE “F&N” REEFLEESLST(HRAK LG —A 48
25 Afr BB (IR RER)ZRESHFEESFEH). Rk LeyE
NRB AL E TS FAAZ A EE MR IR G A ZERT AR
AT EEATEALS S . KRFSDRRERRELSEBHMEORBRE,
MEFESNFARERREL IR TR LELSRSEKREE. K&

22
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“RARFREW BEFRSNAFER, BAHANERBRIR-RAIL
YR 63T
PAR-REBEMEER G BERAE-RARREZFRY, 12
XEFEATA—HRARFTENRATEF —FHALRERETEILA
5 K. R 2 AFRRREARRIARMEHN. REXLBRE, X
Jo R4 F AT X — R AR RS B A AL M MR AL MR 4
KR FEATGES, FPEERXIEA.
b RAERBRGEENRRARN, CETHETRE, M
BEASNA AT VAR, ol RERAFELESHE, Cishitadi
10 HIEHA., pROUSETECHTEASAERARR, 2EFH
BRI
A EABRERISGEY. @k, o) RRLE EBX D
A I B v A2, AR HIREARM, 2FEKRK, %
ABFRARRER.
15 ARERER L 5 b By Ao BUR 36 B 4E 4 i S ALB 89— 3R &
BEARSN | ALt st e, AR dde Sk e,
RFEEABREBREXAARLABRUERNAE, AR TEITH
. SHIEORLAET 1 & 2 AEAMHBIT, ZERZELAM
AR 8 BA B (JeBR . . FAH. K. EXA A BH,
20 M), BRHEBRFSERABBIER. 3 RXEE OGS,
FaE. E0H. RAKRERERE, MR, BREBEXER., —BKF
BAREBAA AT RARAT:
HEAH(G). ARBRA). HERRNV). BREROL)F# 5 RER®D;
R A RB(D)F=5-2 B (E);
25 AR (A). £2ERHEO)FALRBRT) ;
AR H). HEREK)FHAERR);
RABIEEN)FBBEWQ) ;
FAHEB(F). BABY)FERBW) .

23
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HRFREBRERTAEUAT RRF HAT, ozt o FidEHf/R4F
FHLESHERIENANZERMNEIRR, ABESFHLEHRS
T REH/E. W, BHTAIEZSTFIR, ABALSRTHR
B ZAR(ZRAR). ZARCERROF/ R (m RAR), KB R

5 PR AR FAK .,

AR X A H A DNA (2 g, RBEARITER
REEHRIH R S (d HEAR ml3 $REEK, §THF R
DNA, #HEMEEXARBER oS EEEHKRAR A, BRHKRE
BTG RSABERIARATELMNEFE., B, HAEHEA

10 BAK, % AE AT S TANL A RAE Ge £ 6B K
. JE T

&3hF % DNA L RNA RA&-B4 A Aot ey K.

B EARE TR (AR LR AR B . RSB R/
FARL RS X EELER(A0C XELS), BFNAEBFRILEATRE Y

15 A S AT, KRR E RN BETHEHEFRE. BTGKRK
SRR R OAERRTFARKELRBE,

BRAESHIEOLREPRARIKRRE KRB EL G FTHLR
B, BRI KFHERGHH, RBRR-BHWESUFREBZFTER
HAR, B H AR .

20 B R TR EHEERBTET . REWET RS
Brehhd, BHAFHHOSERBETA. . . #H. DA K. B
RETEEC B Y., HHLaRHFREALE. 5. HABHK.
EEB. THFE. RWAERAKE. WES. WS, b
B, RARES. RAFLAES. REEYS, RWEH. RWiAsHhd

25 REH, IRHIPRAECHEFCSERRTLLTEESR. 25
FAFEREGRABEY; - TSd. TFEMH. RITFEHF
FIf AR e T R/ B R E ), @lieRis. R85, BRIk
B, LBKHER 17. RESHBR. Ak, EFEL. AR, &

24
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H4. RRET. FRFH. SIREF. FTEFEAREATAHGR
K, @4 kFAFE. HREAOANE 2. subreum. WinRho SDF. X4
FRUBBRBEN LS LAY, AERAAALHNIE. RAFTEA
ERRBRGFRMREES.

5 HOORBEALA RO ORERGE Y, Flie, ROORHE
S BF LA R BRI ARK T hRmmeE RS, £
& fo % M IR AT @ K m i e) B A, i d ok mie AT & s e
Jost e R E R B Y, ARITHR G R R ey
H. ERAKXAY, RAOBRBLTAHHEG . #4l. B8 RAF LR

10 REHRARRE L RERSY,

MNEBRZEXNARTRALISHEZEHEST. HAHE,

EFERPFFEGEBRRATHEREIT. SEAERFHOE
EEFEXNRBRmEFRYZANTEHN, AALXARE “TERR”
4.

15 AR TEARGREAEA LR RARE S E(RARL)NE
8, {BERENB P LEEALETIARREN XG4 2 AL LK 3
M, RV EAFRFTEHN), LAAHE—HA ). | BTHE
F.ME. FERRS., YALGURRBIALN, TAMLEZHR
IRA), BPRAH ARG iZARER | LT mess. 28, EAAET

20 HTFEALZZ RGN, R TEARERAAES>TFREFI B TFER
BERMERERRE. S EFROLFERE. 85558
BT, BEASILARE . BRI T, AR EF, IR E
TEMREATE MK LA, EARIHE 0 #). F sk
BlOAFEN, HH., HAILTEERE. 214646, REEE,

25 RARTEHHLLE4S.

BRAEFL 4 A R BR8] R LR AT AR AL BF B AR 4L 69 4 T (Br i

) {22, ERARXBARY, RiEKERDESRT AN RRKEY
5F, dethik. FRFEK, AR TERFRSHER, KLHH

25
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FRAR dor ) 3R 27 1) 3] 04 BORL AL 3R %, B A Ak AR R
P ER AR Z R EF LM, ZESTFELISTF. BB, 2
BRI EW

5 el HOE S
B 1 &7 T-ALL @&/ TM3.13 scFv 4 &, #4 FACS £°#.
A 2 & Tk B & scFv Ik A £ T fo0) 383K £ 49 Lumiaggregometer
AR RAERIE, AT Ak i8R PRP s B R E69F 41k,
B 3 AT HLa & scFv Fuik B fo g sE4A-¢) FACS 441 & 3A

10 % ANS51-PE(FSC), B 3B 3 ANS51-PE(FL2-H), B 3C % I #xtre,
B 3D % Yl-myc+, B 3E % Y1, & 3F # 132, & 3G 3 TM1.1,

B 4 £ T3 RERE scFv AN0L. Yi-myctA= L32)F 4 e
Fi#Azie Y1 kG KG-1 @444 FACS 4541 B 4A 3 Ong,
B 4B #% 100ng, B 4C # 250ng, B 4D 3 500ng, B 4E > 1000ng,

15 B F 34 2500ng, B 4G 3% 5000ng.

B 5 &7 ik scFv #4RNO01. Y1-myc+ie L32)m%ﬁ“+«‘d&#ﬂa
Y1 #tk 5 KG-1 e sk 4-49 FACS 548 18 34

B 6 Tk B RAERERE scFv AR (TM1.1. Yl-myc+. Y1 =
L32) 54 % & & 4 4-rbdi o) ELISA -4 ey A K35 .

20 B 7 &7 L32 42 Y1 scFv 3kl GC. st #= KG-1 #= Raji @/
IR & & 46 At Western 947 .

B 8 iTkﬁ*—X Bl R E scFv #i4k(Y1-myct+. TM1.1 #= L32)5 4
% &4 &, PSGL-1 #= GPlba #8% Bk#A-thdi sy ELISA 447 28
B,

25 B 9 A TAESHKRE GPIb #T4 BRA A T 48 A Y17 scFv
Bt FACS St Sl scdt. w5 RARA scFv HARFTF R AL
MK B £ po o JUAT T 2B X &,

B 10 27 Y1 #= Y17 scFv ik 55 &4 R Bl 42 B #BR 1L 69 PSGL1

26
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#: 4~/ ELISA ¥ ey B AL R 3.

B 11 &7 FACS 2464 3AEHIE, ok scFv #4R(A 11A %
™11, B 11B # T™M1.3, B 11C # L32)5 T-ALL @i % 5 A
fo 4 (N-PBL) &4 4 A-A8 3 -F & scFv SRR E &) B4k,

5 B 12 £ 74 F L32 #= Y1 scFv #dkst SCID /s & Moltd 4o ff
BRERSHEET(B 12A)F0E L5 (B 12B)H R RKAAT 4
(R &
&k
10 AX R EA SEQ ID NO:1 scFv 4k i B 44 PSGL-1 &

HIFARE AR, B, K2 RLAHAREAF L SEQ ID NO:1 £44
shek A 4-#. SEQ ID NO:1 # scFv K Bk AR A L32. AAEE, 44
HAK AR 132, itk ik R A E 4 CDR3 BA S 441449
WAL AEAL, ALY 0RERRE R RN 0RBIERT R

15 BT EWHEFRRA, EPHRFRZARTERLRIRET. RA
Rl 7k 52 T 5 —A4uk L3, BRARAOSHFS 4k, 132
THA T TLF.

oL £ B iE % 10/032,423; 10/032,037; 10/029,988 ;

10/029,926; 09/751,181 #= 60/258,948 v B Ff ¥ # 5 PCT/US01/49442

20 Fa PCT/US01/49440 i AR HMRARLEALT L bbbk
JE AR AR, R E R AT RA G IR EF € Y1 A Y17
M, ZRXEFFEFIATFHRAEE D mEEE LAELEHRARFF
M A, PR AL N BB RBAKABIIL, BIAD TR EMBIES, o
Y I 5545

25 132 $itkFa YUYLT € P AF @Ik S ahmmiestsd, &
K132 5 hRrmREstES I YL RY 545, RTEFEX, A
BN B Ll A (DP32)IX —F &£, #ATT AT AR EAN
ApubRiaZiRmEn, MEEE L32 £460ARLRES

27
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10

15

2 AR KR A G @M LA 25-100 45(Frenette et al., J. Exp. Med.
191 (8); 1413-22 (2000)), 2} L32 5o 8444247 T %M. 12
RER L32 AL b BT Bk th254-, mAFRYHa  HKEE. K1
P 5 k69 h Y1 84 scFv #= IgG A8k F L32 #) scFv fe IgG #94%,

&1

Y1 scFv Y1 IgG L32scFv L1321gG
WBC 44 1% & & &
& o % dm e st A {:9 & & &&
PSGL-1 5/ 1% & & &E
5 KPL1 #4H — ik & &£ &
Ao RS A & & 1&-F 1&-%
o AR RS 3% HF ABh -
GPIb g M 4 4 RAK-L  IRIK-R
FR BRA FEaR Ho%kak AR RKEKRL

y' CCF4 y' CCF4
&3 K 2 ADCC A2 ADCC

WEEZE YI/Y17 4 A- 0 ABRAL RAS 69 4 48 A5 A FRBR L3R
2 de BB R AR A AR SN S, iRk 2 ARE
ZRABEF, FFRRBRALTRSRAThkfZAhE, EXFIL
e RJE. RERM. B, AFZRERE. $#54. HLH. oWk
Fol RBRE . BRADFRETREZNEA. IBRLLEARE
BEER, B ah@Empb. B-CLL . AML 4. 2 K M58
B, XEREHEGFREIBOHAABE, TAT
LSRG XTRTE 7 k.

L32 scFv & B4 PSGL-1 i 30 # 3%, A& Rieshbr#5AERE4L
GEEIZEY, KM@tmie. Fdhapihe st

28
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HRERLRY, AHOG@REREIE. P hERiRe mi i
-y 4 FAEH 5-F(PSGL-1.P it 4% & . VLA-4 fo VCAM-1)3 £ (Huo
and Ley, Acta Physiol. Scand., 173: 35-43 (2001); Libby, Sci. Am. May:
48-55 (2002); Wang et al., J. Am. Coll. Cardiol. 38: 577-582 (2001)).
5 L32 i s T2 50-Fo-F 4w L32 AFRMARRTHAEKEA.
A6y, P 8RO AL B ARG, B, P &EZH
PSGL-1 #y4RE/Ef E — @R L5/ RE & £ (S P A S )
Fo R IER KL (L F R & Ao et )R 48 X &9 2 € £ F (Shebuski and
Kilgore, J. Pharmacol. Exp. Ther. 300: 729-735 (2002)). #£F#+P it
10 HEGRE BRI, B4 L32 scFv a4t PSGL-1
BRAGEBRETREAEAGTEFERPRERRAGST T EAR
o, psh, BHAROBNEAN, PREZGLEEIMMENELEE
PSGL-1 #4588t .(Ma and Geng, J. Immunol. 168: 1690-1696(2002)).
EArER b 132 #4602 RAM. BRTAR, L32 Tk P
15 BTG AT M R AR,

WO, ERARE ARG MR B R F M RAML 2R 4%
AEFA I AmBLFLETARINYHB S F AT French-
American-British % 4.%]4"): #ikE5 M3 BR KA L& AML @fes
4, {25 MO & M1 BR @ R4, b, RARTEH M2 BR afe

20 BORARTHE, AEL, REAVRAREEFERTHBIE(
CD34+mpe)ss A, X3k £ FakiAh AT PSGL-1 RikFo/R BRI
BB, vABK PSGL-1 TR RE Y HF R R MR LA,
Bk AL L32 RAERRAFRIEG S TIRERALLE S, *o
PSGL-1. #kik 132 RARHES — MR IR BA L @I L
25 B EALES, @4 T-ALL @i, AML @fef B & himmid.
BHRAEALE L32 ik ERE. X, K. BEBE. BEEG. RO/
RMEEELS T L RS, ARG RGER ) —ANBERAL
2. AF e bRk L32 RAREHFFREL R IXRE, AL
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A 1 ARSNABREBERBRAEFE ) —A 2 ARESHRBEAL
BReqsk, HF—A%41% PSGL-1,

ELmpk® LAY PSGL-1 #4645, £EALRRAILA

BT RLA @I, — R IgG ART AL, Mk A B3

5 scCFV) REE AL, B 4 AR R FART AL BEANAEFTR A PSGL-1 #
mpe, #Flietld AML @i, AATHRIREEALE, FTERES
F R B EAREARMG 2T,

AL L32 B[ ERAERRLEAE LN K. WRLES

155 FARGE ARG EM I, BLiX B EMAHELANER

10 K (CDR), #iAhHELHZE T4 LA 3 A~ CDR(CDR1. CDR2 #=
CDR3), &AMz T L Ve VL E#RB h EARENIA L, KRR F
B T2 E4 CDR3 X, CDR3 R#iAAR Ig 4 FREENRE,
do RS PR A R A IR B Wi e A/ R A R L AP R P e
A

15 DP32 HEEREFTIE 49 HEAZ—, L —FH A BRI EHER
A&, KA scFv ke L4 H KT, B, DP32 HRELPARKE
VR ESf R TRTE K, 244 CDR1. CDR2 # CDR3 K, #=/
K F4 CDR1 #= CDR2, DP32 £ HMHEEHJFER —H G =444,
e s R = MR R T R4y, B, DP32 Ay iRl

20 FEkF L32 FAk4FFHTREBE/MHM. b, DP32 A S LR
B, X L32 JuAkegRs p AR,

HEAL P, CDR THRBAST AR, RLAFELAE
ATFERNEREATRGEGELARLEST), WIAHZA N2
fo, TrFA#ATRME., TEL SRR ELR. BN, SARER

25 EARLAB. FA, TEA-RA@mREHk. B, X EER
EBEK.

EHRABRFINXARZERY, REH, BAREREFIASG

BTTEE, ETOLSXERER, F/MRRLSREMAHERZNY
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fé.
ALZPEKREHRFRGEMN N 35F2, &4FLERK 1(FRI).
CDR1. F%# K 2(FR2). CDR2. B £ R 3(FR3)#F £ K 4(FR4).
BE—AKEPERFEF, TEEAERAURHR. Flde, &
5 4y CDR2 #= CDRI FHZE RTHRIERTF . MART RABRRRIAE.
EAEP—AHKLEFRFTET, HWRXEHRER ETE&MEH,
AEABAHE— F_AE=ZFHETR, 5% % CDR3. CDR2 # CDR1
K. BAR#if, —&44) CDR3 RAgabEnilit, i
4% CDR3 K .4tk &4 CDR3 X . E ik A E4d st #4449 CDR3
10 K, 2K, &4 idizaf T4 (ik)s CDR2 = CDRI1
Rz, F— F_A/AFEZHREMNELHRTHRRELTH A
A% BENFRF I,
ERER—AMhLERFET, 2 —FHARLh BEA SEQ
ID NO2 # % —& % X (CDR3). stst, £ —F ik R H B LA SEQ
15 IDNO:3 &% =& % K (CDR2), 5 4, £ —# AR R 3 B BB A SEQ
ID NO4 #% =FEK(CDR])., EHAE Y —FAKKLRBEA
SEQ ID NO:2 #% —& % K(CDR3)#= SEQ ID NO:3 #)F —FHEK
(CDR2)vA & SEQ ID NO:4 # % = & % R(CDR1),
A NERKETHAFTEP, 2V —FFIARIAKRES R BN
20 A SEQ ID NO:1 & scFv.
st F AL FEE Ao R A PTA <25 NRABRERGRABRA 7 (e
CDR X. CDR MER), SEBFAYAL BT FhFT L2
FARBAIINES 1 R 2 MREBRK, FFEBARREYRTRE
BEAK, S TAXBRAERGHA KT 25 MEERELGRAR
25 55, REBAAARALAETHAFTERILELRAFIINGEEANE
A5 B B 5| Fa ik > 90%4) KA BUF 7 (Altschul et al., Nucleic Acids
Res. 25: 3389-402 (1997)). A8k F) A RAEBZ L4 LA ARLER
HREAAR, woik. Mk, %, K. ELFRACH. &
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e AEAOMRE R AR,
FHEBRADDUE X B BB T AR T o eid it bk 2 F R F)
FRR % R BB TR Z. FURAF 7] d DNA RUFHRGE. @F1ER
—FR A T B et B S, 5 2 BAS, EEMIEK
5 REABREBL, REAXZBARY—HMRXRRE, REHA—F
EEmrfARAamrE ok, BFRtREARSFF), K2 Y
FRZK. SKAZFALTINHAXAYNHBARERXEET. &
BT BB RTFREARBRNK, BAHeRRERERELA 8 MUH
B/ SAF R0, 458 & A F 5 (Altschul et al. (1997), R #Y).
10 EREN—ANFERFTETY, ENARRPTRYINZTERTE2
FHZAABREN Fo/REER G 3 AFEAEEZIM AL, Sbib, T
EHERYFIAEM 2 ARELS CDR. AIHTLEEFRTER
¥, TIPS L EAL LA CDR A,
AEPARBEA AR ARELE SR K. L HEY. LA
15 BMENHRRE K. BREBEBARALY, ka4 IgG. IgA. IgD. IgE
R IgM Fdk, [gG £ a4 F T A, 635 1gG,. 1gG,. 1gG;#= IgG,.
FART A SF T XEAE, A& L6WHF % Rk, RI|AL
80, AR K B 8,4 Fv. scFv. dsFv. Fab. Fab, &= Fd 4-F. &)%)
FARK B, 4o Fv &A= Fab H &, £&2AERE “HER” F, R&
20 CIRE B IARRERR B LS4, HEYaIEH m ik,
ZRFomaikey 3 BAK, RIE S A BB RARE £ T XA/ AR B4 1R
A8, 4EF ‘iR, HE0R7 K, AEFRRIALLE SR EGES
#” Fo “RARRH R SR XELT, URETAY. A9,
45, Bl A4, BB L TIK,
25 C2HIERE scFv THitsaw, BAHRERTE), LR bEP
R 691 b 7 K S kB (Adams et al., Br. J Cancer 77: 1405-12
(1988) ; Hudson, Curr. Opin. Immunol. 11 (5): 548-557 (1999); Wu et
al., Tumor Targeting 4: 47 (1999)). Bk, scFv & A F & Bk st
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ARITA LT o AP B AR, EARSHARILERMRA AR, XL EE
fed) e scFv % ARSI AT W RATIR AL A ) 7R (Adams
et al. (1988), FEI#T; Wu(1999), R %),
—#& scFv kikith Viisy C aillit 3 Bk 5515 V%R
5 N st tad., FREAMRFT®: Ve C RS REHRAF7|
5 VpiEey N sgkidaig(Power et al., J. Immun. Meth. 242; 193-
204(2000)), 2 KREHRFI|—BKEH 15 NRABLEELE, HERF
F)B Y E 37T AR, scFv Reedr & A A ey Fv ik, XA L
oA scFv ARSH R IR, BRFHKRE#R—-FRVESTF 3 ALK
10 AEket, RI\BEBEAFIKRE., EAF Fv BB, 4% scFv b =
AR K, w94k (Powers(2000), FE#Y).
BiLE R, SPFARE B scFv 4k, AR WRFRAELRT
AERRAREBHRESNESS. BEFOIRBETHANRYE,
QI EMNBREAERA NGNS A F, Wb, ERTT R G ek
15 W AR B4y P it 32 B & R L Beqk PSGL-1 B, #3 R4 #iA X PSGL-
1 —RABX @i TLAHLEESFANFARE BRI NRIDAER.
BHBRTTWHARRBELES, AABEIGRIREFERF
(Ramachandran et al., PNAS, 98 (18): 10166-71 (2001)).
scFv M Xead e AR FREE, —FFTERAERFT]
20 EH DA scFv., B—#FEd AL 2 A scFv Z g f —risis 4,
A RARRZFAR Fv & 8 #4975 i& b Holliger et al., PNAS 90:
6444-48 (1993)#= Kortt et al., Protein Eng. 10: 423-33 (1997)3Ri#. —
Frik it A F 418 scFv Bk 84 F ik & scFv ¢ C 35 m A FOS #= JUN
FHRAF], £EMNZERRTERMRIEKostelny et al., J Immunol.
25 148 (5); 1547-53 (1992); De Kruif et al., ] Biol Chem. 271 (13); 7630-
34 (1996)). % —F& A T4 &R 5 kR scFv i CigAan
BEZLERT. BEFSER A AT EEAR, Bty scFv-E %
SEAEE, 4 AT EMR9EKRKipriyanov et al.,, Hum Antibody
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Hybridomas 6(3): 93-101(1995)), % —# 4| & —%ik. = BAREE
WO FTEREMEZAOFINBBES AR, X TFTROYXBEAF L
FEMHEEFQHYRTH Bt BLR, ATHMEEASHEE
JtZ B8 R B (Cochran et al., Immunity 12(3); 241- 50(2000)).

5 BRESNHBREGUESFEAAA T L. FRRE. 24
FETT A K. B, scFv TRAKL B ARZARE ST Y, Hik
FLBT “RR” Bethaiss4. AR T, £ scFv fohRZ A6 HF
SALLRERY, ARKBRBATEN, FHRRAARKS BHAR
A KLES, W, EEBHRSRTEAERFRDRE BIFTKRAELE

10 FET WA ARG @bt R L, Z&HFSHRAAM.
EEZEAY, SRR E(EGAX A LAR)TRTAFRT
scFv, Frik scFv T4 & Yk Fv RENH X, sbih, SRk
Leyitie, MEmeEA TalAk, BHTAE sfv G ERFR
#TER, hifgmsg 15 ARARGFEMRE RAERE, KLEfRE
15 X % (Gly,Ser);,. iz @ty K EF L EAB—#, BAE—ARKH
B Fa ik, A Vefe VL RAT BT H I B ARA KL S04 h it Fv ik,
8 A KR A TALE 5 —FF s RAK. ZRARF w9 RAR(RAR
BB F 548 AR S ARFmAR) M Rk k. ZRARE SR 2 A scFy
TEMGARAREEZAT 5-12 NEAMBAYEHTHAR. E%E
20 e E AR —F 6 2 M TEEHF BN AR ke Fv 8. #
AR, BAREIR G —4-F oy LAk, &4 2 MR, AR
‘TP, RE 5 AREB(GlySensy Hl e A A FHR—M, Z-F
TR B 2 AR & scFv, B AR B 2 AARE 4 scFv, /9 4K scFv
Gt/ R R RE SR, P/IBAREEBHESHAFE

25 a7,

AR K, ZBIRERE 2 A scFv TEANARA%HEE
WEST S ARARBREGEFHTHER, BILE—45F8) 2 A~TE
BT A TRy Fv iR, YEABNR, 3 A%k scFv - FERAH A&
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ZRAR, B F kY, BEkhEZERNARARS IR, =
WA H B 3 AR 6 scFv, XA H 2 AKX 3 AKE scFv, #Y
FA sCFv 6kt Fu/ RAF WL B LSS, F/RAN LR L
LSHRFET.

5 WAKAEERE 2 A scFv TEMM A BAREERE S T 5 AAEL
BREAGEMUESTHR, BILE—50F8 2 ATELAFEHAE
HHeH) Fv K. AR, 4 M2 scFv 9 FHAHB AWK, Wik
THRE 4 MR scFv, AFARH 1-4 A~RF] scFv, FEREE
AR scFv dyia B fo/ R 4§ F MR E LGS, F/REAR B EGEL

10 ABRFEEN. ERARERBFTYF 5 NMEARBLEREHHEALT, £
T A R R RAR S RAH F BAR scFv 69 RABRA T fo R &
#.

—ERE B RF LB EAIE QLSRG RK. A BRFME
M, BRARALRB{HIS, ERAABBERARHEHACERTE S

15 G RAGTARFEMGMEY TR K, Flde, THEZERKRLSTF. Fv
h . Fab &, Fab, H&. —_R4K. =Rk FLehHEZ S, K
BT RBRERF LB AGIIR. R BEFMERGITE R,

P REZERARALBREMRG AR BGFHE, ERRIK
RAR 68550 B AT HATRT ZABRBAA, Tk R b BT

20 B4, e &FBMiEE, RARRELEAEHE, THRARA K
HATHCHEN, ok FAE ERERARRBERIBTHEME, RIRK
TR, Hlde, Wﬁf?%’&ﬂﬂé‘*»‘ﬁ\ F R REAF . RARIEA. N
SEAR. Csddfin. M4BT . B REAFREMSMN., BRI B
#BET, ERFBIEARAARGRAEE AL TR REHRARRA B

25 AR EN S 4R THRE.

FIAfFey, RARALEBNIET, ERFABBEARAARGRAHTLE
ATERERKR. AERIMAEDYELSHE, ARFLAFEEAHN
BaTF. Flde, —BEARZEFHAERRYGIRKR, TEARMKES
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WA A SFFRARE AR, F7T i 3 sk B FAR A SRAF IR ARSI,

1 J RAR S Ho 9t i, BRAFETHIZ LS LA L32
scFv G- N IAARKXE A K. Fldv, LERAKTRAARALI RS A
WAkESE, AFAridl L32 &40 FR@mEA T iFkdske

5 HEARETLE, LEARRRTOLB. REBRFHUBEL G
B,

AL PFARA R BIET BA TAEARE R GIFL, FFEAFLH
BTFHMEREL, TATHHARMNAE, @i, MFieTH
BMASFYRE. A AR EH 64 AUL. AUS. BTag. c-myc.

10 FLAG. 5 #8-5-%8. HA. His6, HSV. HTTPHH. IRS. KT3.
&4 C. S-TAG®. T7. V5 #= VSV-G(Jarvik and Telmer, Ann. Rev.
Gen., 32, 601-18 (1998)). #Fie4kit# c-myc K KAK,

k. HFk R B MEY. K. 3K, %éu&*m%ﬁ&

BMEDTERGRAABRRRATAES. RERAZ ARG FAF
15 FRA B B F AR R M40,

3o RE TR o R, A fdrdtdis o4
FEEFRRSKRGEEEZR, AYRBI@RAAEBE. AEEA
BRARTARIIWALG, BRIV EREEZAT TEHKRRE KA
B EREER ERSENHH T LY. RCABREREHA A

20 EH QLB ERERL.

TR FREPIRR S Rty B & Gtk g A XKAT# (E. Coli)
HARLBAROEL, RIOHBERAAT LSRR S RELNLE X
AERSKXBAHBFTEREES. RARBAZLALT FHEEL L RLH
AL PR F T N BN FAREBREL., AR CI, TEL

25 FREEKRERE N 3 FRABRAL, BRXEROZTLRIE, —
AR R AEAELMN TR AL E (deromonas) R AABE(L B+ 4] 5
5,763,215).

EXREP—ANREFATETF, LSRR RENBREGFTHEAR
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AT HR: @QRFEHRRETIE; ORFHSTFREE, FrELHF

KT 5 BAA SEQ ID NO:1 & scFv itk § & h e Fk R 1

REES, CORALBRRTLEARFRATE S TFREBLEASY

FHRAZ KRG EBARBE; PAOEFRAILRE, @E Y —#
5 TARRE LSRR ELOHETHL,TFRBRESHRR S K.

AEPRAMRAS IKT 535 AR B At b . Bb . o
W), wHY. FEAFHURGEE, FREHBEHRHEAK,
TR LA AR/ B KA R Ao/ R AL 7 M 25 L MR O BK-25 4 A
BAWT R T BTE &,

10 ATAZAHERZH @2 HFAB. HPMA(—H F KR EH).
RECRKEM I FKREAY, ARAITEY. EoHFEHY. K
#, TR REAERERIR, 4o scFv Y1 4-F4-4h ¢4 B8 Sf 4k (3= Doxil, —
B REE LS KE S FENIBAR). THEZIFEIR,
RS 1 HREFATHDHFERLARKRRS, ARERZY
15 B/ AR &,

KA, WARRERFBRAGYZ 0658 AH B4, THET
HTFTFAERAERAI NG FLE T4 2 ARE S A4S T
AR, WFRTH, Flde, BTF4E. M4, FREE. FXK
M. HeER A, KRXNRTH, Flie, Btldd. Z-#4. Kig

20 FolR_mEE. ATHAREH YR ERFTIEAE, TEAK, &
A EA. REFEHRAR, AR L EARAL RN,

FRAn 2h 4y Z 18 RIK A B AR A BT B ) ek T
HEASD TR ALHA P ARF R EA QLRSI
HiEH 2 ANARESHFS AN, ERAOYTAHEBRREIHE, X

25 HERMEYMTEERS R, Z4 . U AREZ S Ety.
ATALANEBNLESW TR A R, WMT W =Bt A B
(malemido hydrazides). PDPH. # &thfa sk,

ATAEPHEBAEYELIRZH S )RR T .
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R—BAT 8, OVATH-BEELB M4 N-DRETH Bt aA
TER]BLM . 4-[N-R T —BL R B T A3 T - 1-R BEbHF N-DIR
TH BT EA+ BB, (©C-[2- it —s)&mEtH); M) ik
B 2-5 BB TFHABMEIITEY. 44, B Eily.

5 AT D RERAS BT AR ERERE, HlREHSE
WEF BB scFv ¢ ABBKERTRA DMK, PRAZRF L
AUl. AUS. BTag. c-myc. FLAG. &£ -5 &8 . HA. His6. HSV.
HTTPHH. IRS. KT3. %@ C. S-TAG®. T7. V5. VSV-G f= KAK,

AL PTARBIL R BT B sARH (AR K 48 7 AR ) (Je 2 5

10 Bz E)sa, 3. AL eFXES, rASEHTA T
BT, BRBE. S HRABRE 6. TR4LA KA B E-FAARER
REREEYGEAFE.

R TH8r. TRFE R AR LEENEHas Mg, '8
é@‘ 99mé*‘ 105 é*, 1016*‘ 99m$§_‘ 121m;1%‘ 122m5$,‘ 125m;,$.‘ 165 '%i‘a 167

15 4. U4E Bah g Blgh g gL PR V& e T
)-7%‘ 18 ﬁ“ 9543‘ 9747‘ 10357\ wSé—)" 1077:}-1‘ 203;}-{‘ 67%{%’ 68&0 %
WA AT B4 & R it X S & RAEDRAE B .

TR TETHERIFIEST. BRAFELSTHESE
AR E. BUEORBABMESL, XRASHHREEY.

20 g AR LS FRBHRARRABTA FH8. FRHE X
%, BERBEAIEZBRGHR, AXRALARKREZT S &L
mpp ke, HRAAELALRERNEF AR, sbib, RLXHAIR
WK B B R e ok, R IR A Bk A el M
&, RS EMRERLPRARET ., XLFEFHTEKRA. KPR

25 BRHAT, HAEKARBARLTH, RBAREAETZZTHRLY,
ARG EFEELEERTHENEZE, TRXWGTREETHER
EFRERFA T EREALCELBHFRA R,

stTRE, EFARGSREFTRER)N. 2V, LENFE
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BEREARALSE., —FHBLEMBHEESRESRGORLN “TNM
B A£” (6th Edition)(L. H. Sobin, Ed.), Afi& % 4ifl it &4k 3]
RESRAXY, ZAGREREX N FEERLSH T. N o M
ZX, T ATRAMNE, N RFHFHELE, M 2FEL#EH. 5

5 s, &F 1L IL ML A= IV A FRFH, 40T TNM B-FT4
WA, Flde, 1EASLEAE Y TMN X2 X %: T1,NO, MO, X & F: Tl-
PP A2 2em RE D, NO-ZA BHACLSEH, MO-A BRI
#, B—AELEAFod AML, R EFTMAEmRAFEET
2R3 44 4 A54R 3% French-American-British % 4.X] 5 £ R,

10 sbdh, Fif# R T A 48 % (WHO) R 3 4G 32 o 20 47 Fodbk B 28 47
B RR GRS R LA T AMLSH 4% FAB M A R4X,
B G BREREEEELAN A CEFREA PR ALFFTRX
#) AML, A A ECAZRGREZSX. Fldo, —Frisal4tzd AML
MR O EHREEES HENARER, TEEHSFER

15 T BRABTEGIRA, FRSERATHXTHBLRTAEY
TEH, FEALTIN@EELRASTREMA LS, FRLEAFEHE
#7649 7T IR B0 e SR 5% 32 24 84 tH AT T &7 & (Arber, Am. J. Clin. Pathol.
115 (4); 552-60 (2001)).

AZPRLLELH . FRREXSHEANE, ATHEFTH. 857

20 B Ri6 BB A BRRGEKS T, FHRAXMNERLA HRTHAFR
HF RASA AR E AL PR, AL — B RAAE R A AT 5T
B, BRANMLRMNE, S s. AABETR. 2 HRAE
Bk, GFATHER: QeRb5eehiEME, O)RETLmEs
Ab AR At M, BRE)ZTE.

25 A BEF G EF LA RASEH, 4 FITC, PE F, UARK
Y, WBREXAEE. FCEHOSHEMNBSTFRERDRET
A TR A BiL(Ze R & T4 B,

F—AEHB) P, K B RARR H EKHEH, d= FITC, XA
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ERBERESBFEAREGHH, ELRYARALRMMXELRE, ohho

. BT HAE. FACS 24T A TRAEARSHOREN L E W

oG, teA R EIRE, b HN. BRHENE. 2R FERE LR,
AEPRKBELABTERBES. RWPREH. RWAFH. Rt

5 B, REN. RaBrBAE. RERFH. REELY. Lotk
EH, RERS, RCERY. ZAMRIRECRRBLS. &
BIARLCHFXEGE. WA T-Eshh#ATREEHE T XD
Brehhdh, FRESmaSERBRTFA. F. . B DA K.
WRAFAT R E R0,

10 FrRgey s aserBmTaEmEss. E485H5%
(AN RFREY,; QIEEE e, AFEH. AT E AR G
Bt/ B E D, it $%5. RIEER. T
BLAKHBE 17. BSBE. B, HF B, 4B, BE4E. R
KET. RAEF. HIREF. FELEEAREAFHGRARY,; &

15 R AAN. WRaA-E 2. subreum. WinRho SDF. & ¢ 3FrA=3R5%
BN R A S LAY, ARCEALHIE. RATEFEVAR
BRI IR E . |

FHRE AR OABRREARAEE, EEEFEE). F4
EFGEBEH). FERE. e E, F4EE. AFKE, KRR

20 WE. Dok RATADARLESY. 2 THREE AR SN
b, BE. WHEEE. KEHBR. FEREE(Aa-C). B,
By, RBBEE. FAKE. XTEREF FRE o 22K &
Bohfe, R EBEAEEEE, AREMNATES. BEHWAEH
M. |

25 Bl Kewal €5, dlde, OFEEESEBELRK, ()
BEFMXEBHAK, ()Tl tEmdtkdfR#EBL
2, IREFERTEREE, (WWTRESRSHMIRENHERE, RO)
R M.
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BfAmmiet Keyirdl @3g, Hlde, (DFLILG foRb S04 0
2K, ()REahrpltisgBrtk, ()FLHELYLREMMEHE
KR EH IR, IRFERIEREE, (V) TFILE®ES MK
B HE, VXL G LKL,

5 ATFEBREATARELRBENGRRE . REFRLO LR
kO OIEHEE. AHRREEREY.

HFEHEH S aMEE. BEREG S EEPE). PE40. PE3S,
aRkEE. EAEEL. RECMNOITES. B0 M.

BATER LR QG ERH OATR FRAZA/IREFH v Aith. &

10 OFZAH DA X HEEHW, ABRTRFEFH B L4thf o L4
M. WAL TRABE o B EREELTH TE7.

R ERBERNOG RS ZH OLERET SRR E(TE
%) FuE£EEEE). FRARE. LI, #Fuafd. 42
WE. REWE. URENGDHRRBIRITEY . B Fh4h

15 Y. THRBHRAYR O, E. mAEEE. KEFHKR T
B (Ara-C). REBLAE. &M, R4 4. FRKE. RiE
B KTEBREF. THRE oo £ENK HELE. JAEE. #EE
FURCMNGITEY . BoHFEMHY. RARBHRR G LR
HERLE. GokKE RLERDHRRKELEE.
20 A—AERTETY, ALNR/ATLTFRELPRRFFRE
1 ADCC 847 . ABRLE), EBHARTEH ADCC Fo/ R A MR R F
1 A (NK)(3e CD56+), T fmfie&t (e CD8+), #o/R Eix4mMe,
AT R WO, —k3, £F 64 Fo RFARRIAthIERS
J&, PTRFARS O mpe(Fl4e NK @) k¢4 Fo 24k(FcR)& 4, 3
25 RFIEMEE B 5K, FReERAT. SFHEAETHH ADCC,
QT EM B LR, @IEF($ld IL-2 fo G-CSF). BFw
B, BAET@REAGZARGEERRIKESS.
E—AZRFEY, RAVHALSWE4LEA SEQ ID NO:1
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#) scFv Ak A BESR A NIARR L R BB ETELEKR, EH
WAL B EARTKAMNE, MRAAERHNETHARITHR G T @R
B, RE. BRE. BILEER. #85. WEBRER G ©kmie
WA RF/REHE, I RFFRAETERBYEL P BERRE
5 AR ELTALRBELK TN, XE, REAILFRG T
ARBRE, THBEEWIFBEEROhRhmREtTE, S8,
FARRE R B TAF LN E, THREEE AR @R IR B
P96 0 fo At 058 B4R 15 X & B et R & o 5% 25 AR 45 H SR M
F—F @, RAEAXEABRNGEAHEANE, TARBRKERBYE
10 AP BB ERTOLFHELS TOHLRERNOKE.
ALRAFAM MEY . EBVFAERTALSENFTELTE
EHRA. THMETEOERERA. LA, LT, AFK. RFA.
WA, ERA. KSR R FTF. 2R, BB, W, PR,
R, AAA. ERRMBEALE,
15 TFHEALY, RAFSHANRLTFTELNFERLNANE
#1#5 0.1mg-#5 1000mg A A F. ERLLTHEEECHYHNEL
#5 1mg-#5 500mg 4958 B ¥+ . KA PESH AR KGHZLEANA KL,
FARBIFZ B &, BT ARG EREIL. AFHRREKGHA
HAMERBERNGFERE. ERAILAFRUARGAESMWES
20 REHEMBEFNFHRRT. BHRAESHOLH T E. LR AL H
BEVEREL. ABBFETADESH LT R4k,
ATFuREH B RALLSNTAEMSENHBX. EHEHEL
FlORARAL HA. BEM. BEN . AR KRER F KL,
#1825 A L8 0 7 ik R ARATUR #4e 69 (L 4= Remington, The Science
25 and Practice of Pharmacy, Alfonso R. Gennaro (Ed.) Lippincott, Williams
& Wilkins (pub)).
ERTHRAALAHAESY, AFBTFEN. HE. ot Rik
BRER. RXAHAEEGHETANLEELYE, e r. H4. B
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FREREREE., ATRHFLBYGHAEEDTAETEENH
R, FER. &KERH. M. A, FRA. BFEHN. SAFBEAN
Fagt A . BARLAFIR, MEY. £EYRABRGELSDTE
SERBHETHZHHEN. BEN. 84KF. AH. LH. KL
5 BB FNARERNTOSEGEGBEN eI, WhhEIgr4E, 4
F T EARH A e e, TEHEROVALHARREMNE, W
K, BTELESLFHN. BEMNKGER . T TRAERGIR,
AEPRKRREFBEALBRABAOMTRATAREREL AR
BF k(R i T OB BERBER, TG RERRIMPRFRER). AT
10 RF ik OEWTHRET WA, K. BIRBRERKR. #8. I
RO hE R LKA/ RYE, RFHRNETENBOEL
FRBEEREARRNELE T AL RMBYGKEN I, I, AT
Ry EN R himRyTE, REEAARS
AT RFR BB . WE s R 2 R X G f R s ext s 3 AR
15 BB, XEFELOBEREFBHBLTHBEEROKE
KEOGLBGELTHLRPENEE,
AEPLRBHREF BT E, AIR‘ESHEL B
R, FREF MBS RLARKRET. E—ANEHAEFTEF,

IR IE BART #HAT.
20
#p
5k T RAGR THYERRALAFRE—FHALLNRA, 2
RECATRLERA RS RLPGETEE. R ARME T 457k 69 XA
B &AM, THERTBEEARNRARTALALE.
25

4 1
AE#HHEPT L32 scFv 3k K B8y iRk, & Ffx B4H4E,
e, BT scFv AR B EHRETLAER FTERAFETHE
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WaoF, AXERALEREAYE @5 LFACSA FTLEE 5
B EHRLE, MREALERATHRRS KRN BARaE, K
XAE R EARR T EMEER 49 LERBRAFEE O AR
mp.
5 HidC i AEYARYE T F kB R LT HAARLE., BT
BRARETEORAREREERETIE)S BFEmRET HTH
i, BERBRARERESEEGER, HRHFHABLEESGEE K.
PEBLE L B AR LA Y 3, KRB AN S FERT WP,
XEAHTFOLE D REAZARAFERNETAARNESR. A%
10 BhkE, SRAMEHRLE, B EARFHRMAY DNA
57 LT BT B RT3
ERZPAF, T WEH I ke Rinait FRA R
RAiATey, MBS 2HE M B Ahiamie. B-CLL @M.
AML ffe. $ X WFHBEE. PESERIO)RTLELE, FFE
15 B Wk @mATITA Rindd,
R L 5%, AdATE THEBeR LAREBHRRTLE
£ 132 scFv Ak L. A £ TRk, #4T-70°C, 4K
2 x 107 Ak B kM EB T @ietg 1ml XA E 37°C TRk &
#, S EPHATF 10ml A 2% PBS-4HL(MPBS)¥. @RAZEERDT
20 120xg B 5 4%, k@R, 8%F MPBS ¥, AamiitiE
it#. /£ MRC th 2 F42 M ScFv B =2 # 4k L & (Nissim et al., EMBO
T, 13: 69298 (1994)). X AEFAMEAHRT scFv AR ELERL
B, gt Vofe VoS ZH S &R, 2FELETRTY scFv &
HERAREZ G plll & N spakd-, MUE L4 KZ pHENI 4k F.
25 AHHAA BB kB PCR MALRARS AR EmREHR V A
B AR “RRAIR” ). AEERRAKRESHL, & 49 MK
BAE Ve £ BB B EFIIALE 412 AFEAKE W EH CDR3 6914
VAL EER ). FTH AP RRAEY VL K ECh IGLV3S1 # A EA K
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TAVEE, x4 10°4 449 248 X & (single pot library),
L32 scFv #k %, FE 69 15 3 & R 4R A 4 0.5ml 24 1084 T @i,
10" Aot B 4 . AR 842 (CFU)(Nissim X B )Ae 10 ASFA R MI3
HE R MPBS R T#AT, 4°C TEIIEIKRE | I, RE@mbhk
5 #FlL, Al MPBS &F @A 4°C F 120x g B, d¥fomibk
wEEEFE 3K,
E—HuBEe, Sd¥mpAeT R TS pH22 4 150u 0.1IM +
KRBT S o4, KN T REBaRABLESETHE, PhE, B
FFEE@mE, KESA RMLABRTEG LFR, #2H El RiE&,
10 @it 1ml $5404 ¥ 3 TG-1 smf it 37°C FimE 30 o04F, &3¢
Z El B, —RETIRLATHER, A4ABYHEETAEY
2xTY/AMP(1.6%& % & Bk 1%BFZ 4. 0.5% NaCl #= 100pg/ml
AFFEE)HRFR(AS0mm) L, 4 30°C FTREZK. HHRLE
BAREHTE, BT PR ENGLE, FHEEFE.
15 BITIERMILE Ag H 05-09EFRB A KE), &R TFALEG
¥ty TG-1 Bk HB2151 Bt miisefidh. XWitH TG-1 @
R FEASEAR, KiTE HB2151 @ f F4 & scFv &4. &)
BIFLE KRG EE., —HDEINRKREFRGEFEFETREL
B E TG-1 it K E Age A4 0.5, KRB A HBE 8 K(VSC-MI13,
20 Stratagene)& A& F X EV WX B E, KK A PEGRE T
¥ (Harrison et al., Methods in Enzymology (1996) 267: 83-109), #4 10"
HEE/ml ¢ El Rk LA F T8 T @ik,
FoAFZi MFAR AARKEE AR NS ki
7, A TRERE: OF Ak, ALY 10" NEdd, )k
25 Fodeik/s, BitimMm A TR TA PBY/1%BSA+ATP(10mM):2F 15
S%F, RBESEEE. BomiefkELE. s kE %
HBLUEE A F e L R EIAT], MR P W REY ¥ e LiEA T
NRFE AR =30, e =4, ATP RAiE, ¥tttk E TG-1
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mET . RAYERRFLH EIAT2, —4(Suds TG-1 3544
RAATREE. BEAFISH. HepmAEsu)s 1.3ml TG-1 @

B R T EPRA.
Ll 2A%FRHEANARETRY, 4318 FALGEGEH
5 F@ENPE R ESE ALK ETR)EL TR 2. AFFl
T @R BTG T WG RN, AEATHREN L E

At
£2
BN AR ) B HALR Fd THYRR
Nissim X &-107  THERE B 3.3 x10° El
El-10" THEHRE ATP(10mM) 500 E1AT1*
E1AT1-500 THEHE  ATP(10mM) 37 E1AT2

10 * Bk A Y,

A1 PR RAY, % ATP %BAA T5H -F% 50, %A

CRE AR SEAR Y, RO E AR T A A,
MG, BRABER LA TG, T—N5RBEHALR
15 ASldeT: QAFMGRLETEARZE 1 k955, (bYLEH CDR3

X # /5| (VH-CDR3), Fo(c)&#r4 % LM VHA R 6L,

&3
%M VH-CDR3 X VH-CDR3 /47| % P 3
AsnProL; i
Leu M}:c Val Lys His VHS  BIAT
132 8 . 4015
DP32 2
(SEQ ID NO:4)
Len 1 .
131 - Arg Gly Gly Asn AlaMet  VH3.  E1AT s/t
(SEQ ID NO:5) R 2

20 Ll AMf s KE5ET 2 £5%, L32 # L31, EMNHAFF)
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A& 3. A¥EFT CDR3 R ¥ $FUEBRK L4 F(VH-CDR3 X.Jv)
Fotg sttt CDR3 B3|, AREMRAEWHHLEGL, hit, EFTH
RABERSBORY, H Ll FREMNFAEHRTHIHORE).
FHER, BRXAEGS S AXKE VH £#%(VH1. VH2. VH3. VH4

5 Fe VHO)R R &) VH, R+ VH3 A ARXEL 47%, 2 F 5B ik
# BT VH3 £#4%([DP32), st scFv &b FEHF, X2 HTFEES
A SRRERBR T oAUk IR T VH3 Rk scFv, mEFEA FLLiR
F VH3 AN R 5.

10 34 2
ARG RGE T EFe2F LB R P AR scFv ke £ &,
£ B ¥ % 10/032,423; 10/032,037; 10/029,988; 10/029,926;
09/751,181 #= 60/258,948 vA B B F& ¥ # % PCT/US01/49442 #a
PCT/US01/49440 ¥ i#&migik T Y1 fo Y17 scFv bk 5, e ed 5 B fe k.
15 fE,
Wi, BT AR scFv L, s THALEGKE, AARR
XEGGEBNRLE AR, NZLEHEERRRARRTEL
scFv, &% N4, F5 547 RACRE T Vyd-DP65 KA Rk, £ 4
K474 4 11-mer Vg-CDR3 &5 4r.% % N14 CDR3, 3% SEQ ID NO:6,
20 B —F A NO1 B F44-54 %%, NOL L5 4L B &
#[HBVIHAR L) BT Vi3-DP35 Rk, sLMetmabhty 9-mer Vi
CDR3 43|44 % N01 CDR3, 3 SEQID NO:7.
BiLAE T HRECRBORE LA EARETIE, A TM F£5
B TM scFv itk £ (TFik), A FEF, o bd L1 FEPAFE,
25 kit T @2 x107), Fkk T ks, @it 2ml &4 1024
A CRR T BR46 Nissim X B4 MPBS, ABE R T #HEBaK
R E#ATiRFE, KETLIRKRE 30 24, RERKEZEEF 90 9472
FRELEZRTHAT). BEBHXTASY, REALSEEHE,
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J| PBS %= 0.1%¢=kiR %% 10 &, #RE A PBS %k 10 k. stF i,
BEGRET FIAEEAE KRG XKHAFE TG-1 @i(ml), 37°C Fi&
FHERBRE. P LAEA—HETFFREATEL, MEKRET
Fd R T, b, T Ll ZEMFRST. B2 b ikiEs

5 FEE 2k, 28 10NN TRYHERGEHR, BE T @kEL
HMBZRALBAEATHERARYE LR LA TMLI-
myc+TM1.1, MiZ 5 & %2 scFv Rk, LERZ TML1 AL
myc #7i%8) 4R (TM1.1-myc+),

BT TML.l-myc+ %K, Al TM £ 45 & T enk. F =4

10 PR ER TARTE T REBER. 73 AALELE
L1 #&E#4T, 48 25100 4@t 10° 8@k, 4°C TRE
2 0 BHE, A S0pl iRE G B EDTA(0.25%: 0.05%)Mizkkitegsmie
B Lapla g ga, KREMA S0ul FCS $fu, stFiFAd 38,
1A 1ml XA E TG-1 &R (As0=0.5). ¥ HRZAFLH TM2,

15 AFH—#% T hEBaR ek, Lt RENRERFTLEH
TM3, #B TM F%, 2 B3¢ scFv 4571k 4 Fim. E4HT
ScFv FITC #rit B 845458, VAGES scFv #F MR G(RLER
#) 7). #l4e, TM3.13 5 T-ALL fmfes4-694F R HARE FACS 4047
Wit SBIER(S LKA 1),
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10

15

20

x4
%% VH-CDR3 X/ VH-CDRS3 /4 7| % bak ] HWE
T™2.3 7 Leu Thr Ris Arg Ser Ser Arg VH3. T™M2 2/10
1 DP46
T™2.2 7 Thr Gin Arg Arg Asp Leu Gly VH3- T™M2 5110
3 DP53
TM3.2 7 Lys Arg Val Scr Leu Ley Thr VH3- TM3 V7
0 DP70
T™3.1 7 Ser Tyr Arg Arg His Ser Arg VH3- TM3 27
8 ' DP47
T™3.1 11 ArgAspLys Te Thr AsuPhe Tyr  VH3- TM3 1/7
3 Phe Met Ly= DP26

Lk 3

AEHRHF KA T L32 scFv L L. #hil. TR,

stFTiE scFv 694 7=, F THERIEHE X E 634K pHENI
HZ A [ scFv fw plll % B de 4k A —ANRALIEFT, B,
LA B AL, FABEARGERIALWHEABGRBITE
HB2151 B, A4 T AT scbv F ¥ L 9B @B AT
(Harrison et al., Methods in Enzymol. 267: 83-109 (1996)), #X/& scFv
TRHHMEFRETFIK, T scFv £ lacZz B FHARTH
IPTG(J% & A AR F 2U48 3) 53 4 ~ (Gilbert and Muller-Hill, PNAS
(US) 58: 2415 (1967)).

%k 10 AR B c-myc 473249 55 (SEQ ID NO:8) & 22 4k
W3k 3h AL eG Lk, Rk scFv & C 3% 48 % c-myc 4742, AT&ARIT
TR R myc ARLRAE R CRIR T BN e RE T
(ECACC)#) 9E10 # R J&).

Prik . M fost BB LR NOL ¢ scFv 4/ & T VH3 Rk, TAEE
B A F44Edb, $1&R A EMALEE SR RS (100-
250ml), 5% & A 3%A5#¥Ezk(Sepharose beads)tRiE. A BR#AHLO.1IM
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H£8, pH 3.00=0ks 4 scFv, ME M Tris pH 8.0 $fukbii.
KRG G REBTRE Ay HE, MERLENREL G25 migHEL
L#ATPBS BB FE .

BT L1 FEAME L32 & scFv 4.8 F VH3 £ B £#%(DP-32).

5 2R, NERRRE, BERAHFKGIHI TS A FEHE LI
A SmM DTT, K5 4= LR NEE A IFAgdE sk b shibfo =0k, 347 PBS
Gt R

At N14 6§ scFv BT VH4 AR R4k, RRLZa A ¥4

A b4k, Bk Sephacryl S-200 A b &bqk, BiLA 60%ELBA 4R
10 & 200ml #-5-3% fy B R & &G , 44k scFv N14, iz 8% F 2ml

0.1 xPBS, 5SmM EDTA, 5mM PMSF, Ao 3| fi& 4748 % #%(0.1 x PBS,

SmM EDTA)F-E#7#4) Sephacryl S-200 4£(1.5 x 90cm) L. 2-3ik %

&, &4 A N14 scFv ¢9¥4-(F SDS-PAGE #a%& & Jf ¥p i 44

), A AT R, &% F 110 46869 K ¥ . R N14 scFv(R ARz A= FITC
15 AFiE)E FACS 441 5286 o AR A M FR.

#hiiktg scFv K& A FITC A7it. B AREY Img 6444 scFv &
¥ F PBS, #H#HHB, ®ARKFZ FITC B4 kiXH &
(Sigma-Aldrich Corp., St. Louis, MO){# £ 5 FITC 184~ £ $h4t#= FITC
it , B} SDS-PAGE. % & i fPif . 4% A Superdex-75 4£ ¢y HPLC(A,4,

20 Fo Augs)Fo M XS E R AGR L Fe RATFIL ) 4542, SATR
N14 scFv #4 & 4 80%, VH3 fHEE#ILEH 90%, &FA scFv 4-F 5
2 2 AFITC H-F84-(F/P h 2: 1),

%4 4
25 A E#AP KA T L32 scFv 5 soikdn ) 45 fe g do ) 486 3 (PRP) 4G
$4-, AR L32scFv st - BEEMHEK.
N Fh b BBEFT, AL 38%IFEBMNN XTI EM, BiL
A 250 x g FH 10 947414 PRP, Mo &3k IF8R-FE 88 3 -4 7% 48
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(ACD) ¥ ey o ARG . B4k, A4 ACD W4 R kk—
K, FRAEARU 1 7 deblieik. BARuEE R IEE 800g FE
3 10 4548, #F &% F Tyrodes %% (2mM MgCl,. 137mM NaCl, 2.68mM
KCl1, 3mM NaH,PO,, 0.1%% Z#&, 5mM Hepes #= 0.35%& & @, pH
5 735)%, tHEmEKE.

# Lumiaggregometer(Chronolog, Havertown, PA)¥, &y ¢y
PRP #eiedn 45 37°C Foh 500rpm #t#, BN @@ite 1 &
HRABENFOELREEFRAANR 100%RE, EARFHHZ
B, BitAARELRA 69 L32 34 L32 s f R R KRR, L%k

10 4 4P e s R(HA 2).

Ak h PGEATREMNE, BARAMAEE 2x10° ikt
#/ml F= 4 pg/ml t9% von Willebrand B-F. 37°C k& 3 4-4v/5, #n
A 04mg/ml s E ERELFHN), ok 4 oo RER R, L32
Fefh® scFv FuAkst fro s 4 R4 o 2 R8I & e N BB A AT A A

15 50pg/ml Ak scFv 334y, &k 4 48 R, £ 2 AMkh A
2o (N=2))3&, 132 st skikdevin vWF ARESEHBR, A TE
Jodk Bty scFv Y1 stst 6ol ry, TTUEE) EFE&EO0%E). T
A& A TM 5 E 455 ¢ TML1-myc+eg B Rk A 2T B, EARE 4T,
Y1 scFv Fidhdv 449 70%e9 A\ 468 £ 55 00 AR R K (R B 2).

20 *FF1£/ PRP ¢4 ERZ, KA R444 PRP(# 2 x 10°%ml),
37°C #&3% 3 5-F &, A Imgml A EXERELDA), LR 45
HRBER N, AN MA e A F R PPP(R ] Hdn X))
HEHRE L FHIADZ 100%RE, Bid A SHH AT A 50pl/ml
132 scFv, -k ) 3 ARFHRakAN=3)8) PRP ¥ L32 sfdn . iRk

25 EHRE, tEk 4 o4rigs R, & PRP i L32 scFv & TALEE
EERBEOC%ELE)NME 2). Ak, ik L32 § TMIL1 F Y1
B, Hhif BRI, Y1 #4845 70%% PRP o/ # R E.

Wit 4E36, SOpg/ml &4 &1 L32 steifkdn i PRP #9.dn0)s
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BEEER BEWHIHEBR,
Ao 58y L32 scFv # (8 4)eid@id FACS 4. ZF5 AT
AF &b eBESMNE., WA 3 B, A Y1 fo Yl-myct
scFV(# £ c-myc A7it.69# & & KA Y1 scFv #i4k)$ &M PRP /73|
5 Fed )R, MR, 5RAXRBIREESL, A L32 scFv FEFTE
f WS, RAE T RECGLEMA 3 P9 EF A, £+ TMLI-
myc+ # R 5 L4 oS B AR £ &A% 45 B89 scEv).

%&b 5
10 scFv L32 &5 &% RF 4 fe % 6942 6-F FACS 547 . 547 £ A (DL32;
()44 Ak, Fa(ii)dt ke FITC dFitdidik 3 SR EE8T. RES
L32 &4 me BRI FHE S st B ey X SRR @k, 4o
RSB, REAIRILEA | mie, THFESIEA 14 hmie,
HEAEEKRT 4 @i,
15

x5
L32 & 132 % L32 {&
KG-1 Molt-4 Raji
Jurkat Hut78 Daudi
HEL UMUC3
K562 Namalwa
CCRF-CEM
HL60

BT P K B RARE R Y1 Ao 132 X Extixskampb LB —5 4
BEMESE. E—ARBERT, FRAFILRAS DT

20 Y1(Y1-myc+)st KG-1 (R F AML BH QAR @RI EF.
L2 4o B 440 5 P77, BT, L32 £% Y1 5 KG-1 @mfes s

&, RF Y1 scFv K& . b3 m g L Ze R, ik
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BrF ¥ L32 scFv ] TR 5 E 3 21 f2ieed Y1 scFv 5 KG-1 4
Jaty g4,
AFEHT TR ARG E W E AT L32 scFv(0.5. 2 K
Sug)E 44 KG-1 mpethseh. £B $355 10/032,423; 10/032,037,
5 10/029,988; 10/029,926; 09/751,181 F= 60/258,948 vi B [ Ff ¥+ 5
PCT/US01/49442 #= PCT/US01/49440 w444 % £ 80, Y1 F=dt CD162
FARES L5 CDI62 R4S, FACS 547 A T RIFAR LIRS,
URETHELSWIUTEME, PFRERELE TR 6, &8 Y1 scFv
Fedt CD162 FAk B R &R EARHME. S RAFLIARG FRIE X F 47
10 IR T, B it T0%89 45 AR R HR B 4k, m3F4¢ 30 TMLL]
scFv 2t L32 #56-XF RE¥h. ZRAWCDI62 AARBEHR L2 &
#e(HiA 89%), Y1 #= L32 scFv HidkvA REIA2E B4 L32 0944,
AFrdftEaR, 5 YIAURERIHW L2 51324 Y1 &%,
APxtAAR4EE L32 e Y1 B B2eda A4t . BEt, by Rit

15 —F T L32 &4 Fm, B L32 A4ife Y1 Fudi CDI62
IR AL Z A EARLA,
%6
L32 A ERE
)R R RRE
0.5pg L32-B 2ug L32-B 5pg L32-B
x, 22.65
50pg TM1.1 21.6 28.3 38.32
50pg Y1 6.36 12.99 21.99
50pg L32 5.66 9.34 22.58
Sug # CD162 4.06 3.95 4.4
20 B FAFieIL CD162 ikl KG-1 @mpesk 46 B E t—

B4 L32. Y1 Fedn CD162 HdkZ ey #4. LI L32 #= Y1 scFv
PAR(S0pg)¥) T4 CD162(Spug) 473t KG-1 fmfead JUAT-F 3448 1K
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7 82%, Bb, PR EABREFT/EL,

#49 6
A%skp)if it ELISA 4£5 132 scFv #i4k5 GPIb &4 KM E &
5 A F8 (GO &4
4e Michalson (Blood 67: 19-26 (1986)FTik, AMIT&EA M NIRLE
1 GC., ERATRARN, A 2#HRERHLELBEIRGFE L EIA &%
# % GPIb; % —#+3k(HIP1 %), ¥ f Phannigen(San Diego, CA),
WHAREE S SO ORER, F oA RKBIFPMOA0 L),
10 % & Serotec Inc.(Raleigh, NC), R¥p4lf BRI %E.
1% it ELISA X B9 47 L32 5 GC #9444, it 4°C F4RBTA,
J#HEZE 1pg/mi(PBS x 1)#) GC &% Maxisorp # 5. BREit¥ GC
F, % PBSTM(AH 2% 3Lfn 0.05%x kiR 6458 %% A 35 R)EE
JBF#M 1 e, A PBST Sk kid e, b A PBSTM ## 2 &4+
15 KB scFv 488, BB, #BE5 1: 250 494t scFv & 1: 50 #i
84 VL & 1: 100 #2693 myc 432, MUES5 /A PBSTM 1: 25,000
#0435 % HRP(Jackson), 1: 25,000 ##44 30y & HRP 4RiB(Hg %
#AR), A TMB #ATR E B, fon 0.5M s P . A ELISA
BB A 450nm Figi, FHRHHBGLER, BTWFHEF R
20 F % B (LE —HAKL E)OD {53t H ELISA #4346, R LKA 6,
A9 GC 5 Y1 #4540 132 944k ¢ 3-4 4%,

#p) 7
AFHAH) BT EGRPENIH BT L32 scFv kG S ARR
25 EQNESL.
S| & mBRBRWGEIE W), KESBQ x10%, EMEECFE
% %.(1300pm, 4°C, 5 4-4F). A 0.5-lml PBS #hikiiit, RER
A, BAMII B, €A 05-1ml PBS %%, A A @BRER
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2 B &F(200u1/20 x 10° tmpe H]). BARTIEM L ELBHEMRE A
&, PR & EAME A% S S0mM Tris pH 7.4, 1mm PMSF. 1% NP-40
A 1mM EDTA, &FFRAKERRL 60 54F, A5 B~ (3000rpm,
4°C, 5949). REMKELF, 2AH%H.

5 BHEABRR AR EOQRRY. 20 12KBEGHLEF BRI
3 1 BRARHEE@ET. 9LEFEREE 2%W/V)eLiE 20, 1mM
MgSO,. 2mM CaCl,, 150mM NaCl #= 25mM Tris-HCI, pH 7.4, A=
ATFTHZHEEH4F: 1mM PMSF. Spg/ml Leupeptin F= Spg/ml
Aprotonin, #mj0 /) #7344 Teflon #4) Potter-Elvehjem £ 3 % (Ultra-

10 Torex)4 %, #EH 3-5 K, HREH kb in, REksdit
H1e, #REGEXEFHEAMBHK, K5 4°C F 3000g & 30
%, &L, 4°C F 45000g(ss-34 $-F 19000rpm) & s 1 | B,
F 4% 45000g B sty L. QI AAA 50mM Tris 7.4. 1mM EDTA.
1% NP-40 #o7& & B I F| 9508, BRARRETARE 1 8,

15 BrE ki EANKRLE A PBS #HEE 1. 10vVE, #l4&
hEEGHSL, BEEQERSZ 045um ik, K04 EEA-
20°C)H £ 447, REHES Sigma Z37,503-9 &3R4 _ErA 140-160 4K
4, JE #E 47 10% SDS-PAGE, B #5354 3.5 ) BF. 23k JE 894 % Tris
HEBALE Ak P (20% MeOH. 192mM H-£8. 25mM Tris, pH 8.3)

20 A0 RFEEERIR, HBEARSEERE,

FEBRAT L EIEA SYBLARF A TR THM 1 et BREATER
T 0.05%1i% 20 %k 3 Kk, RS 4. REBRTEETSEH 2%5L
f5 4904 PBS 444 Sug/ml Y1-kdh#. L32-4 4% K TM1.1-4 4
FA8 1 . REAELTF(4 4-4 10°C)F %94 0.05%x13E 20

25 W PBS A 3k, BRS04, REEATPIE S 2%BLASH3L
F2 0.05% wkiB ¢y 1; 1000 ##Eey SAV-HRP(4 K 4% -HRP) (R &
REA lpgmDRE, HBAETETHFT(E 25°C), #EAMHEY
SAV-HRP Rk E4-27 10-15 4. RiBEZFHRD THATH 1 ] 8.
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5 SAV-HRP fRigJ5, 4o LA AB, HHLLFENIES, B

% Super Signal BA-¥(PierceytRia 5 94F, FRIFERE, BRETF

X sk (Fuji), KA 2. ILEFAHERMGA 7HAH, L32
Ebhhmme by Ea s, i Ea4-F8H PSGL-1 8445-F &,

5 # 105kD, stsh, L32 F= Y1 54gF] GC ##4 KG-1 @B R . 124,

L32 5 ¥ B & esoiminikF Y1, @ Raji 2Ry Pz xF

100kDa &) 4 3 FA 1.
%5 8
10 A #4481t ELISA 85 L32 f= Y1 5Bt 40 fe dE SRR AL AR T
b 84 454,

#) &K F4:E £ 45(GPIb &4 268-285 {3 &K B&Fe s M PSGL-1 #9

1-17 15 B LBt BRBR AL Fm A ARBRA A B AK, B R4 L32 scFv #idk

45 0% £ W (ELISA)., ALBALA= Ik ARBRALAR(1pM)i% 42 T &3 ELISA

15 AT BT, AR FEE S AT TR LS AL

Wk, METBTHHFRE scFv FK(A LR E 8RR 1/ vaf, &

ey scFv Al 3 AR VL FRER], MUE ARART S B&(HRP)

Rentik, HRAks TMB RE&, % 10 4475 A 0.5M #5451k

RN BER ., ik L32 ik sk pkegE4-F Y1 Fo TMI.1 scFv n

20 R (A AW R), AENARFUEFRETFRRER

F—HARe), RRAEHBERFHE. AT M8 RALERYE
HMEREFTE,
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o 549/681C

10

k.7
Pk &) & B Lo Y. 21 AA MW Bt
HEEAR YR A VRPEHPAETEYESLYPED 20 2389 -
DL
HeEaR TR B VRPEHPAETEY*ESLY*P 20 2549 A#REAL
EDDL
PSGL-1 N 3# o QATEYEYLDYDFLPETE 17 2126 -
PSGL-1 N i D QATEY*EYLDYDFLPETE 17 2206 HisiAb
PSGL-1N 3% E  QATEY*EY*LDYDFLPET 17 228 AiM{L
E
PSGL-1 N 3% F QATEY*EYLDY*DFLPET 17 2286 AR
E
PSGL-1 N 3% G QATEYEY*LDYDFLPETE 17 2286 AAER{L
PSGL-1 N 3 H  QATEYEY'LDY*DFLPET 17 228 ERBA
E
PSGL-1 N 3 1 QATEYEYLDY*DFLPETE 17 2286 B4
PSGL-1 N 3% J QATEY*EY*LDY*DFLPE 17 2286 AZRB{b
TB
GPIbet K,P1  GDEGDTDLYDYYPEEDT 18 2126 -
B
GPlba L.P1S GDEGDTIDLY*DY*Y*FEE 18 2366 AAEAL
DTE
GPbba: P14S GDEGDIDLYDYY*PEED 18 1732 #Bift
TE
GPlbe P28S TDLY*DYYPEEDTE 13 1732 #Amb
CCRS M  MDYQVSSPIYDINYYTSE 19 2189 -
CCRS N  MDY*QVSSPIY*DINY*Y 18 2429 skt
TSR
Y* & T HRBALE RBR

A F. H. 14 ] KKCErPAEF =/ B ABMAL LABLE PSGL-1
H & RK)A B L Fa P28S AR(PF £ F —A-BE R B AR L ARER 1L GPlba 48
FH)FEFT BEHH BARK M L32 scFv kg &( B 8). L32 scFv
ARG T bfm it 5 184503 F £, R R 5 GPIb A48:x L(P1S)
BRiGsE O R B E M, XA PSGL-1 Ag XAk Feys RIK. Y1 &
L32 ¥k X N5 HBAL PSGL-1 A8 XK G A D BELA(EF ZAK
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Ebe RBRAL), Buih, Y1 S L32 ¥ RG44HFG R v ikt £ AR
(RAEBRBRAL) IR EE A, S&A scFv Fidk b5 85 BR A BLBRAL #9 BR 25 4,
KRBT T 42 X414y, suslt, GPIb A9k P28S th4iE &
W, F—NEERBRABT T4 GPIb 22 F M, @5 EAak,
5 PSGL-1 fk If= J &9 #8038 2 O, F =/ B& RBR &Y ABR AL T 456~ PSGL-1
RBEMY, BAMTARABKGERRZY), Y1 = L32 82447
HEREEFABBEX, EHHEALT YL L2 AN B EHHYFLSTD.
MR 4 F e £ B @5 10/032,423; 10/032,037; 10/029,988;
10/029,926; 09/751,181 F= 60/258,948 A & & Fi % # 5 PCT/US01/49442
10 #2 PCT/US01/49440 ¥ B 64448, THHL#, L32 scFv ke k
{4s F R F PSGL-1 &9 1-17 (2 8 ARRZ I, H¥A i & RAMEK.
PSGL-1 4 E. L fo P e & G 64K, 44 Y1 kegfiesi ik
FEEFHERAZEL, P Y1 Hdks KG-1 e 44 R F kit
B AL 63 PSGL-1 HAR 4 Fi#t47. PSGL-1 # N 3% X &4 sRBR{L B
15 ABAELA R TRAKE. (B ¥#HF 10/032,423; 10/032,037,
10/029,988; 10/029,926; 09/751,181 #= 60/258,948 yA B H IF & % &
PCT/US01/49442 F= PCT/US01/49440).
ZR Y Rk R EN>FHL, bl B EBEEEAHT. Ho
TR Y. A RAMRILE 4 4 = PSGL-1 4F, £ 5% EF AML
20 REXMEFTHAEMMES RO RERY FSHETREAE
HESHG.
FHBZBTFEABLEL, Y] ERABRLKEZGEL (S
L32 48k), AR L2 s hmmiei AR mied HE4-H(5 Y1
) —H (e T @ EAES 10, 16 Fo 17 FH7F), Teb FEHRE
25 R LERARZOTARXRKS N AMERREESTRES. 5
do, ATFREGRARY, AAARRRETH B REMH.
Xk £ ARG E AR T RAR, Bk, mie % 538 464 L32
FARE OB LENEFAREALIKRESLT THRAWLNE,
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F#kp) 9
£ B % # 5 10/032,423; 10/032,037, 10/029,988; 10/029,926:;
09/751,181 #= 60/258,948 v\ & B F& ¥ # % PCT/US01/49442 %=
PCT/US01/49440 ¥ e4: R &%, Y1 F= Y17 kel 45 kB4 40
5 ARG IR B HFAE, REHH) R T GPIb & 8ok 69 B R BB Fn B T ot
Y17 scFv ik G seik do R &A%, vAE Y17 &5 PSGL-1 £&
B # 85 A- 2 BE RBR AALBR AL 694K # .
GPIb R RAKiL AR 6, HIt 2 AEA FTRAF7 6 NiksEs GPIb
X OBR MK A FiX 2 B % . P2S-TDLY*DY*Y*PEEDTE #= P25S-
10 TDLYDY*Y*PEEDTE.
#if FACS ME Y17 scFv Uik b ik Reg 44, Jo K H)
4 AR, Bithe A RFIR AT E R Y17 S5 FRE QKRR L
A OMRR, FMEF AR Y17 5 46,
P %Xk d, 6.4 276 {3 ABILBE R B M) GPIb sk /& Ak (P28S)
15 RABRENIH YT B ki A, 4l & 4R AR T GPb
FRAK, RBAIN YT RAGGERFII R BELREIAE A
RBALE BT Y17 Sk hlBegs+45EE. 22, F -4
BB BRAARBRIL B RAE Y17 R P RRMEA . 277 Fo 275 fibh R A&
SBRALHEELEBRBEDON T Y17 800+ 0E%, HER5A
20 Y1 PLEZ| &G4 RARMAL,
HiEE R Z Y17 scFv $idk 5 PSGL1 4469454, A 5o
PSGL1 sk B Aki#t4T ELISA 947, Sug/ml #= 20pg/ml & Y17 scFv 34k
B L HA PSGLL RBRMKEES, IFH =i LAH ARBRILEERBR Y
I a6 4 3 ANERBRALARES T, BHE 10 &80, Y17 scFv b J#hsE44 K
25 FY1hIegss, B scFvh [MsAkm, €M [HELRE
METHESEEYIXYITHRREGE GLEE(L B4 PSGLI
JK).

B2, EMRKF, FF 3AEE YL, Y17 #2132 A ailei4
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FHHEAFAE.

24 10

AEAGIET L2 5RAEFERL ERERFGOBELR
Rémfe e 84,

ik éad L3R, 5%, scFv ik B BRIKHE Fodiik B B 44k
&4 7 3k 4R 3% Harrison et al., (1996), E#T#t4T. LR L, 12472 # X
2 Fvh B & scFv LTt f Nissim [ kS kB~ E, vl
B & RIR S AETAIR, FTRFART IRIEFA LT Nissim LE P4
AR scFv FUAR RS A AR V RHE H BT IgG R H .

FAEW S EERARERART Nissim 1 KR HRBFTLEL
scFv 3k £ (Y144 VL. AR VL 5ty DNA BEHE A Y
SR PCR %H(48F) 49 DNA K BT M Nissim [ B 64 L€ 4T
X A (Nissim et al., (1994), E)#7)# 2T FA8F &k AA KB 48K
#), A T & A & E M BB I M oligo 5-Ndel
(TTTCATATGGAGCTGACTCAGGACCCTGCT) # oligo 3'-EcoRI
(TTTGAATTCCTATTTTGCTTTTGCGGC). AR A4 R By ¥ 5
(PCR £A4: 94°C 1 4%, 56°C 2 404%, 72°C 2 4% x 30 &, 8K E 65°C
5 44F), #4F4) DNA K B A Ndel #= EcoRI R4t A 408841k, S
A3 FUE R £k Ndel Fo EcoRI FR4|t A ypBf{s & %, FFRARE
HXATE R T EEE G BRALAR PTG F5 A 8K,

XATE me R iRt S, A LR FAFM5| i@ it PCR
Y RA LS. RO RE Y EIAA PTG 5 KA. PTG
HFE, IL3EHRM 22°C £ K 16 i E, BkGEwmdmil. 45
Gk, KEEMTFI-HCI+DTE ¥, #d#HFHTF @4 Tris-H£8-
EDTA #4 T4 &, 5-10°C €478 48 b, £ 20mM H
RER(QPH DT EAMHARE LA FQNER., BEWEER TG HERA
B F X 4%Ax HiTrapQ & #7464k, A 45K NaCl e, £ SDS-PAGE
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10

15
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FRIRILA AT, A 1L 3234 %+ £ 0 4% 10mg #4089 V,.

S Vi (400mg)fe CFA(R &% KRAEF) S, KE1L 2-4 A
faf Vi(200mg)fe IFACKR LAt KALK) % E . HRAT 69 A EHIK(L:
50-1: 100), THAEH FAFRZE V. ERERF.

ERAEBERAREE RDFHRERE A FRBEAELANEY
% LB scFv 34k, #R) scFv 3k 5 2 FACS 4-Hr@mpady 4R 5
SDS-PAGE 4 & &9 &% & & 4 & 5(F G R iEH#).

—f kI, 3 FACS £47Z—f F R iX A=A BT ik L 0945
M, B3 T “ZFFER , RAARERY I LA KITFIT scFy,
RE H ) B3 myc ik, REHE FITC 3 PE & 4-4545 b RIAR.
B L R RAVLAEA F ZF kA, MG A FITC A7t ik,

e RF MA@ FACS 9475 & 5-8x10° AN&F F PBS(H
1%BSA) & mpe. 44 4°C TitAT 1 0f. BAFRE, ik
JeHBF T4 1% BSA 9 PBS ¥, BLRETRE, NEWREF
BRAxmiar g, ME¥aie&% T PBS, A FACS s (Becton-
Dickinson), “WF#HE” E@MBREESWTH AT Fikeg R
7, AhR¥wIEEET myc REWEAFLNE —IIK, MESSA
FITC #7324t myc ik X PEFFie 8 E £ 4 £ €. 23 A scFv-FITC
Aimpeketiszixk, MTHEY FACS 247, ¥ FEEE 1
¥ scFVv-FITC ARieeq kB B, sbsh, % scFv-FITC A F FACS 44
B, 3 myc 5iEF PBL R M3l ZEHAARKERIK. F4E
FITC-scFv #itdn “=F £ &” RFHF+ o410, £AIFT scFv
A EMEA B FITC srieidf2ak3R, B, 17iL scFv RB T 5
RAFITRARARIA GG £ -7 1,

#4T FACS 7%, oot iHtEa. L bhERRELE, 25
FHT, RAmRHRA 3 FREERE, L P4E scFv fikeih
A R4 mye AFSIUR, REA KRR A Ig kT k. £
potrE, £RARE 11, HEFIALMKemEN-PBL4aWK, £
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10

15

20

& scFVGRRF T mibditsd TML.1, TM3.13 F= L32)—H A Mt 5
T HEB/ GheRmiedKFEe4. MR, B-CLL @il Kk-F
scFv # &,, 5 N-PBL & JLA4A(E 8). & 1/50 & scFv ##4 A F FACS
AATEE, RAEME|F R LA,

£8
AR 132
THER/ GaA 14 40
B-CLL 0.2 5
N-PBL** 49 5

* R4 A T 4% myc =37 & FITC

* EESNE K mi

BREEAMAT, EH2oiFHMEARETMRGE &) AL
F 30ul/%. &% A 5u CD33-APC(AML)# CD19-APC(B-CLL),
CD38-APC(% £ W B #iE), &M S5yl CD45-PerCp #= 5 pl scFv
Y1 #xtR8 scFv TM1.1 2 CD162-PE(KPL1), % 4°C FH&%& 30 &
A, 82FHKME. s 2ml PBS, 1200rpm B 5 454, it EXKA.
FELHE. E—IRE Y REHITRME IR, 500ul BD HARER
R ddH,0 3% 1: 10 ##, SAEBE M & T AN 300ul, FHiRERKRD
ME, 4°CRIR 12 940, w bk, 4 Li#F/E, Av 500ul PBS.
¥&m FACS %, AREFEEAFRFEARIRERE, HFFR 2 ¥
R 3 FHME, THLEFRES PBS+1% BSA+0.05%8 fikéh,
iR Ao b o LK AT,

st EE ARG ke, A FACS #4744, wisAE LS Y1 fl
A, L32 Hhtmie RS BEN, ARELHE —RE =k
FEE, MTLES. Y1 #1322 24P RALERKER T RN, A
6, REKXKSHHANESTMELE TR, L32 scFv Hamie. #*
B i g miiey o —ME T Y1 scFv HXmpatysts-, 40
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B, L32 scFv 5 s 54 F KM, —AE55F Y1 scFv, Xk
HRB—F IR LA 6 L R(ALKE 2), HPHET L32 scFv st
PRP & fo /M8 R & Ao e e dtn AR B A 69 %R,

5 i o
mp kR AAXY IR HERT FR 64 452
Y1 132
HE M FE o
LX) /-4, it
K s A
f R A v

HAEA T AR BN R LA 5 BATR- IR 2 BTHFEHE

A S EAZ L)
- BERRE;
10 +-  FAM scFv 5 %X scFv Z 8 8- ¥R E <2;

+ Bt scFv 5 %X scFv Z 8] &5-F ¥ AT A 2-3;
++ M scFv 5% 3K scFv Z 8 ¢5-F¥) AL A 4-6;
+++  FAM scFv 5 %X scFv Z Ja] &) -F ¥R 4 6-8;
++++ A scFv 5% X scFv 2 )8 ¢5-F ¥ ATk X F 10,

15 FEEABATHANERROATEETAKRY 2 FR 3 F46
Fik, BR—SFFER, b, SR 1 AALYRESTRN, @
NERER, K FERMARRGBETHRAKR. EZREFEF, F
Ltk 5 GPIb =& tbfn ) 48 _E 37 R E 69 PSGL-1 &4,

st TFREES o/FHAS, A FACS 24 #RE Y1 i

20 Ak, L32 go-tyidEk, RE LA, HFLE R ESHER.
Frif sk Rimk 10 Frw, £—K L32 HRAMELSRT Y1, R
i, L32 Sk, A @RFLZmEhgEo8E Y. Z%8he
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ok T 5 BT MmN A0 A A AR, KT RN KRN T A

T,
%10
Bk - ARXT A M FR 6G 45 A
Y1 L32
AML(4 NM#- &)
sk 7 4a Je + o~ P
A E @i + ~ ++ et
*i 4m fie, +/- ++
MM(2 A~ 5%)
k) - AW
e mie ++ 4+
BAmie ++ -+
¥ 4@ e, ++ -+
B & fo ' |
2 M%)
% b e -~+ +
HE MR +~++ -+
A me +++ ++++
o) ++ o+

HEBEQRENA LEMET, Bk CDI62 4554 H 2 L HEHAR
WA PSGL1 E# L32 #h44-, €35 AML., £@lef hmf B wmie
.M 5% (4o Pre-B-ALL. B-ALL. B-CLL. B-CLL $= % % W5 #7%).
T 1gG. 4K, Z4kFe Fab K BAREA scFv ke H FH,
10 #1 CD162 B #&At Ak X944,
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4] 11
A EARPHESE L32 58t RR @4,
st F &Pt i, R L32 5hmpl BA Ak,
At ot f) 132 3, Y1 scFv £ &, RE 4 PE ARt o scFv2 $ £ &).
5 #&fE R FACS #4794, &% 40k 11 BiF, AW 2 ke s
SEMFEALELTR. Rh, —& Y] stlampf et L32, £
R Y1 Ré&Ed 3, L322 RPEXFBRF@L, RPEHREE Y]

L32 B4 £ 6945 R,
10 (11
I #&3E FACS 4-47dy 44
Y1 L32
I~ .(Balblc)
e, +/- -
N AR ++ -
L@ - -
K&
P A 408 - ]
%
F e + +
&R
p Y ) A + -
2Ampe ++ -
i 4 e, ++ -
o A8 + -

X
' ) - -
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L %) ++ +/-
F3 40 8, + -
AR +++ -

A 12

A FEHAL B TEFTAHARBM @G BT L32 643 E.

SCID J» &.(Jackson) A 100mg/kg CTX a2, CTX Z4+ 5 X5
it A BRI EH (L v.) 85 Molt-4(T &), s RIS A
BYTU(EE 6 R), 5 REF#EY, 3 A%LM PBS. Molt-4, Y1 3%
B, 2 AR L3257, Kb Molt-4 4884 &, A% 3B X, &7
DR, ARELAIE, A 12 BF Molt-4 & Ky )y K AR T Eheis,
AL AR A F B 65%, Y1 K L32 scFv kG 77 AR 4%
AT RN 05 )

%34 13

AFEHY) BT L32 ik fo ARG . REFLHK.

Y75 8 46 132 #4 #i4k pHEN-L32 A PCR 533 ¥ 5 Vo A= Vi K.
HAEGBRARLELTERA T VL6 PCR BE. ShLBTE X8
cDNA, M5, ARSI IBEE. AHRBSGTEYH Vg K. Vy
& PCR =i ) F ) b M 0B84, =ik 455 A T H4 16 pHEN #4K.
RAEBARG L H pTria-132. KMATH#AE, PAX B R Tt
—H oM, FFIRSA @3 DNA R A, & & REFNmE B R E R
B, JEiF B4 T 4T SDS-PAGE #4775 & SR EPiE 47, #iA L32
ZARE RN,

A PR b g B AL 32 pTria-L32 SR L &ML, TBXAKRE
AN FALF R, HHE3) 132 T4k L32 2400 e fn
EF ., ZATEARG L H pDia-L32, Jest =4KFTR, #HiALL DNA A7)
Fok £IX.
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KIATE F 09 R R A dest scFv L32 Bk, {2, MSHLAM

AR @I R il L32 —ARAe ZARA AT RF). scFv 132 #4aH X

TAEEO A FREERGFMSE LML, 22, L32 93 EHB X R4

RXFe 7k thitl, BRAIERBRGAREZEG R 60%AABMATLIT L

5 A, B FKE, AT 0.1 xPBS Fi-F4#44 Sephacryl-200(Pharmacia)

K HEMAR, 930K EHA HPLC 4547, RBIKESH A4k
#9884, AT FITC #7ic. A= FACS 447

2.4 14
10 A A B8 L32-cys-kak(F L EBE — BN 4 =,
1 # ApL-L32-cys-kak #m @3 #k4p 42°C %% 2-3 /J'Bt, 5000rpm
F B3z 30 24, IR AFT 180ml TE(S0mM Tris-HC1 pH
7.4, 20mM EDTA)¥, Ao 8ml & #8#(Smg/ml #3%)F, & 1 )
i, A2 20ml 5M NaCl # 25ml 25% Triton, H4%:& 1 J\8F, 4°C F
15 13000rpm & iz R4 60 24P, FH LF. IR ELEFEAEEZ(EK
ARBDEHHTEET TE. idf2FH 34 Kk, LI OFKRETE)
BREARE/IEZBE.
&, 5 KA F 6M BR-HCIL. 0.1M Tris(pH 7.4). 2mM EDTA #(1.5
A ERRET 10ml BEMEF &R, F24 10mgml TEkea), &E
20 BREFEY 4 e, MEZGRE, FAEE 10mg/ml, Aex DIE £
65mM #RLGRE, TR THRELAR. 4 10ml ZGHFETF(EM)E
A 0.5M # £8. 0.1M Tris pH 8. 2mM EDTA #= 0.9mM GSSG &%
R, FTHERE. THREREY 10°C THRE 48 BT, 2 %G
HEREERAESH 25mM B8 4= 100mM sk, pH % 6 6444
25 BPEMN, REE S00ml. 2RE/FZNHEERE SP IIEEEL S,
& & A% E NaCl(& & IM)ZEL.
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4 15

2K L32 IgG AR A A Fab, fe F(ab'), h By £ F e TRt AT, Y
IgG &9 2 7= B s it 4T

CHO @M 5% CO, # 37°C F3FAFAAT 10%H 4 fo i Fo
40pg/ml R X EE 6y F-12 325E. #3 1 X4, 1-15-1 x10° M
A F 90mm 32 JRan, 3257 Fl 10ug 4075 L32 ik 244 Ao E 45 69 DNA
$4b%, 44 A FuGene(Roche)#t $ XA AR MAT, FFikFMA K3
FEPAEK2 RE, @EAS 550ugml 3 FE A 3ug/ml A E L
F-12 324 P32 41 10-12 X, AMREGEEHamie, @ik Costar 96
LB LA BRAEBEE 05 MR/ILELEER. IEAENLE, £ 6
A AR, HABEERAMET S — B AE KT A S 3]
A K EE AT AR R KR),

CHO % ft 5% CO, ¥ 37°C TF3&HKFIAT 10%fE 4 A 7 Fo
40pg/ml KX E ¢y F-12 3254, #3 1 37, 08-1x10° ek
#F 90mm 3% R, 3FHRMA 10ug DNA 423, Frik DNA %K%
£ CMV(E @M% H) B 3T T L32 kP T8 E sv-40
BT e dhfr £ B, $t§ A FuGene(Roche)$: $e X A1 Kt AT. 3
AENAERBALETAK 2 XE, mAESA 1000M-5uM £ F %
(MTX) 832 ik dIz sk, FAREBFRFUSELK L32 4k
EAKFH & 8 L ECR TRAERETE).

# 3 k.o ELISA RARASH S CHO @mpeyik®| LA de
FARG R, HRFRARRE, RATFHEA: FALERA [gG1(FC)
(SigmaWk h Bak sk, LERA 1gGly BHFRAHTLEBMES
¥ 4--F (Sigma), #edteg A IgGIM(Sigma)tk 4 474 .

mpeiN 10%4oF. HEEFFLELQGeLR)Y F-12
i P K ELORE 12 x 10° AN/, s FHRAKLEF, £
FEIEFE PG, 128 2%6FnF BN 2 K. AR
A% G 3A54% 4 (Pharmacia)fo & F X #42-Q 334548 (Pharmacia) b
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Wik, 4/ pH 7.0 ¢ 20mM BB AL ik b AT, #BLE pH 2.5-
3.0 44 0.IMHRBRE ik P HAT, bRk 09/ UV B A ELISA
MZE, %%E A SDS-PAGE #= HPLC 447,
L32 IgG % #% 4 Fab, #= F(ab"),. %4, AEZILALREAE
5 (Pierce)#| &L MMM AR A R. AERXREOBL ImM ¥ RERE
BETHEBERFLE Fab), A K. a4, BiTEH0gri+
# ¥ PR B EALK 3 £ 10mM, TR 1gG 3] Fab K &. #H4b
B, BEREBZAES A 4Lk, Fab'), #= Fab, A BAME RS
Bk, RELFFi&H 10,000 & 30,000 R, A 280nm & ek
10 REMEEGEIE, HRAER KRR,
H—FEHGEFRT A 0.5ml BRIAKARNESBERHA 37°C R
# 10mg %4k 132 44k 16 Jvod. A 1.5ml 45448 A& e BLIH LM,
PIEE . AEE ARPESEFRARELIEG o Fc FRT S B
Fabl, Fabl &4 xzh4aF. @ititd 280nm B AE, &Fe4
15 P ehid-dns, R4, A pH 7.4 ¢ PBS HArid &, it 280nm &K
REARREGRMNERADKER. LERHET.

EH] 16
@it A FACS 5489 54w 334 scFv L32 #f scFv Y1 &
20 ML2 s Aty BraCh 13t 1gG Y1 5 ML2 smpasAs 8wk
12).
%) ML2 @mpahen 1pg F4AR(L32 scFv. Y1 scFv(P03). KPL-
1 SAHEE NO6 scFv)( kM52 0.5 x 108 smfl). %33 30 9455, Aun
Y1-PE #7i2.84 scFv & IgG, B4 37°C &% 30 540, RBEHARA
25 FACS % &k ik—RK, REZITHHM.
BREATHIUTESE, FIREHESD 2 NRESITRBER
VALK, JUTEHERE S FAHGBMETRELEAT.
£ 12 $ AR R &0, L32 scFv A #3347 41(% 80%)scFv Y1-PE
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5 ML2 g4, Bp L32 scFv il Y1 scFv Aa4il g 7 XA &4
A, R, FEBESRBIIK scFv NO6 {37 4] 20%44 2 A,

£ 12
& T 4E wHE IR
¥R 3 -
KPL-1—PE 700 -
Y1—PE 240 -
Y1—PE + No6 190 20
Y1—PE + P03 48 80
Y1—PE+132 40 - 83
5 -
* 13
i Il a ok
B 20(ng S500ng 1000ng 200mg SOOmg  1000ng
1B 3 ND ND - ND ND
Y1 12.5 ND ND - ND ND
Y1—PE+ Y1 3 ND ND 100% ND ND
Y1—PE + KPL-1 2 ND ND 100% ND ND
Y1—PE+P03 7.5 6 5 40% 52% 60%
Y1—PE+132 5.5 3.8 3.7 54% 79% 80%
ND=d T AKRE T AL ewF, HIARATEE,
10 A 13 ¥R FE&E£, 1gG Y1 23EGEELRE 200 ng)k tafi s

Loty TATR 348 % 12.5, 200ng “A” 1gG Y1 2 KPL-1(7 dbAvAt i
#94% PSGL1 /) R 8 %I R) 89 5% 55 & [8G Y1 4869 JUAT-H
$MEE 342, IgG Y1 & ML2 e 45 4% scFv Y1 34k iA H| #4R
ey m XFrH)(Z4), BF 200ng &9 scFv Y1 Hik{& [gG Y1 4449
15 JUT-F3948 £ 7.5, ¥ 1000ng AKX UAT-R 3485 5, 1gG Y1 5 ML2
20 044 45 A3k scFv L32 AR A K] B4R #1045 X 41(F %), 12d74)
#2 A2t scFv Y1, Bp 200ng &4 scFv 132 k1% IgG Y1 &84 7L
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10

15

20

fTFHIEE 55, % 1000ng BAKE LT R3918 2 3.7,

% & scFv Y1 #= scFv L32 #td74] IgG Y1 5 ML2 @t g 44,
EAAE G FARRE T, scFv L32 =4 #4745tk scFv Y1 =4 e9454] £
BE. w4, 52 A% scFy FudkAark, % 1gG #4k(1gG Y1 #=
KPL-)# 5 ML2 @ BA £3589 %47, N4 MK 1gG Y1 &
Bt JUAT-FH#)EE 3 A= 2,

*p) 17

K445 F FACS ik 132 5 R hmpbBauts, &
I EF me(h 14)Fa kR @mi(k 15).

%k, #HITHN, RMELE Y1 scFvAark L32 scFv &5 CD34+374k
AL Ak hdR N, FTRMmAER A EFATHNBMMA S, AIFTR
(3 scFv-PE) &5 M ZF 44, AABMEZT A 2 FHRARRXEFEA
NBM # &,

IR AR AT AR T

JUIT -+ 3 {6 (GMUY&T 10-FA H4;

JUATF #4{5(GM) £ 11-20 Z 81K F 4 S 454

JUATF 3415 (GM)E 21-40 X []-F 5 F 4 S 454

JUTFH{EGME 41 e 41 A E-FEAH 84

ok 14 $ T, 32 AN%EK NBM #&%, 24 MNT75%)F 5 L32
R Y1 &2, 6 AHSH(19%)3 L32 AR IKESHES, 1 A(B%)
L32 RAEFFELSHLES, 1AG%T L32 F Y1 mERRAEFFF
AHeEA-, Bk, L3240 Y1 5 CD34+mp s A-eh 4 bAa .
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% 14
e "E  PB L ®F KT P03 LR
N1 105351 MM AR N17 AHSBM24 MM K

N2 AWNBMOI B 13 NIS  AHIBM26 it B
N3 AH/NBMO3 FAH Mk N19 AHSBM27 9.6 22
N4 AH/NBMO4 M K N20 AHSBM28 FAH: 17
NS KBM33 pt 14  N21  AHIBM31 26 28
N6 AH/NBMOS A & N22 AHIBM36 MM HAH
N7 AF/NBMO9 10 13 N23 AHIBM37 M AR
N8 AH/NBMIO 10 14 N24  AHIBM38 M B
No9 AH/NBMI1 FAH B#E N25 AHIBM39 [AH FPAM
Ni0 AH/NBMI12 A A& N26 AHIBM40 M MM
NIl  AN/NBMI3 mi: mé N27  AHJBM41 BB M
N12 105377 MW M\ N28 AHIBM42 TAH P
Ni13  AI/NBMI4 A MK N29 AHJBM43 MM FRAH
Ni14 AH/NBM20 9 16 N30 AHIBM44 M A
N15 AH/NBM22 M M4 N3l AHIBM45 M M
Ni6 AH/NBM23 A AKX N32 102546 MR MM

A F G IEREAE T 8y JUAT- R H)4E.
b, 2 L32 scFv # Y1 scFv(PO3)5 M &4 fntd & 4 B AR
5 K& f 7% s (AML. MM. B-CLL f= B-ALL)# 4t 7 b4kt FACS
o, EFIHQMEE —ES b ik 132 A& Y1 ¥sd-. #4044
R Ao L,
A 15 2 TMAH S REZHSFEFYOHE, K16 E&T AML
#= B-CLL # &= L32 #» Y1 898/ 845
10 %15

mpo kR

%5 (% KAEE Kemle fHEr Esk

L32 54 R & Hegas
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) R
%5 R RRAWRE Kemk 2Eme Bk
1 42824 AMIM2 S3/10000 68 - -
2 42841 AMLM4 330 123 900” 280
3 42868 AMIM2 @ 43 120 1000 345 -
4 42873 AMLM4 24 94 - 80
S 42874 AMLM4 B 73 35 A H
6 42902 AMLM6 26 78 - -
7 42933  AMLMS 200 18
8 42930 AMLM2©  §7 110 - 160
9 42946 AML/MO R 98 - -
10 R0O298 AMLMO 23 260 - -
12 R9849 AMLM4 470 260 -~ 340
13 KAMO095 RAEB 30 83 ~ 240
14 R5440-7 AML/M3 200 140 - -
AMLMIM
15 R0376 2 102 65 295 186
16 KAM096 AMLM2 36 41 - -
b5 4
17 KAM108 AML 94* 143 360 280
18 KAM109 AML/MS 91 18 - 38
19 KMM097 MM 100 27 - -
20 42934 MM 650 130 560 150
21 42938 MM 550 110 360 160
22 KPC105 X#@mM®E 340 330 -~ 280
23 KBC098 B-CLL 37 154 - 240
24 KBC100 B-CLL 10 46 - 68
25 XBC101 B-CLL MH&* 140 280 190
26 KBC102 B-CLL B - - 110
27 KBC103 B-CLL 13 46 300 230
28 KBC104 B-CLL  FA#* 60 2600 PRy
29 KBC105 B.CLL 70 250 - 260
30 KBCI106 B-CLL FA b 68 200 140
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%5

£ RFAmMR Keml Lhmk Smk

31 KBC107 B-CLL
32 R3093-7 B-ALL
33 R313-0 B-ALL

Y1scFv 54 ok & 56554

1

W &0 93 A W H W N

[ S ™ Sy
S LN O

15
16

17
18
19
20
21

22
23

25
26
27

42824
42841
42868
42873
42874
42902
42933
42939
42946
R0298
R9849
KAMO095
R5440-7

R0376 AMLMIM
2

KAMO096
KAM108

KAM109
KMM097
42934
42938
KPC105

KBC098
KBC100
KBC101
XBC102
KBC103

AML/M2
AML/M4
AML/M2
AML/M4
AML/M4
AML/M6
AML/MS5
AML/M2
AML/MO
AML/MO
AML/M4
RAEB
AML/M3

AML/M2

> &3
AML
AML/MS

MM
MM
MM

ER )k

B-CLL
B-CLL
B-CLL
B-CLL
B-CLL

e kR
17 165 420
iR 41 490
B b 26 .
MiL/870 50
125 59 270
15 53 100
12 38 -
B b 36 30
19 24 -
62 10
8 18 -
L3 27 -
iR 43
230 160 -
12 20 -
95 43
29 18 100
17 15 -
15° 20 110
40 14 =
70 13 -
170 30 160
184 30 128
117 116 -
21 70 -
19 17 —
B 29 84
Red - -
P 20 86

270
90
100

126
180
43

PR e

51

225
74

63

120
18

50
68

100
140
27
47
60

110
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i) 2
%5 AR ERfmie KSR ek LEaR
28 KBC104 B-CLL FAd* 10 84 FA
29 KBC105 B-CLL 46 117 - 133
30 KBC106 B-CLL MW@ 41 98 65
31 KBC107 B-CLL 9.5 79 126

32 R3093-7 B-ALL A
33 R313-0 B-ALL A

1 BFF &M,
2 RAmIEY;
3 4~ 2.5% CD34-+4af 44 51 ) fo.;
5 4 tmpe %y CD19+/CD5-
17 #% X AML # 5%, 15 #(88%)5 132 &4-fadk, f+ 10
TR R(59%) AT & F A A LES(CEHIUTEHE 165), 5 HH R
(29%) £ ¥ F F oA L& E(FHIUTF4E 28). 13 #(76%)AML
Mol Y1 g4 fakk, {2 adr(k 16)&9, R &P L32
10 HPHBEESARRNRET Y1 4 HBLFLH. —HRK,
% 50%¢4 M2 35 AML 22 AR B TE L32 4 Y1 &4, £ M3
Fe B WA TR, & 0%NHRTE 2 ks, AFESHIRASE
FARE (HE AR T).
9 %X B-CLL M5k, 4 #(44%)5 132 &4-fak, A& 14
15 HRE11%)EAE 5 FLSHEASUT-RHME 70), 1 FHFZ(]1 %R
d P EA N ELOUUTRHE 37), 2 HHHR%)EAHEKELSS
s (¥ JUAT-F ¥)4E 15). 3 #(33%)% X B-CLL #&%5 Y1 &4
HFak, ik odr(k 16)&%, AAEFERF L32 ¢-FH4s-5
SAEFREEST YL -1 8FE0A.
20 4 F 2K MM fe X @EBHET, FIAHREIES L3254 Y]
HHBESHGESL, 2 L2 BESAFTFARET Y1 9FEACFEH
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JUT-R 344807 A 410 F= 135), 2 #% X B-ALL %%, 2# 5 132

Fo Y1 #9456-39 4 A K.

% 16
AML B-CLL
132 Y1 L32 Y1
& U 344
X)) 165 61 70 46
HRE R 117 50 107 42
245 tmib, 638 145 323 58
45 90 8, 239 110 169 70
W+ F AT $)4E
A b e, 28 12 37 21
T4 41 15 26 9
X)) 35 30 A AR
ESE) A MK BEHE B AR
AKJUAT- 244
& 7% tm e, x x 13 9
P AN ) A 18 12 A A
2 A BHE B AR
) A Al B BAR AR

R IUTEEA TR 14 R, & FERRFSAEARE

L32 FEA.

A 15416 PR RFREAYR, £RN AML # B-CLL ftfey
RmmiileRB@RREATEE. Samiefmie)y, L32

10 FARAELTTHESRT Y1 ¢4 4,
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<110> Bio-Technology General Corp

5
<120> L32 4R A I E A
<130> 10793/63
10 <140> 10/189, 032
<141> 07/01/2002
<160> 8
15 <170> FastSBQ for Windows Version 3.0
Q2100 1
20 <211> 280
<212> PRT
<213> 4% A (Homo sapiens)
25
<400> 1
Met Lys Tyr Leu Leu Pro Thr ‘Ala Ala Ala Gly Leu Leu Leu Leu Ala Ala Gln Pro Ala
30 1 5 10 15 20
Met Ala Glu Val Gln Leu Val Glu Ser Gly Gly Gly Val Val Arg Pro Gly Gly Ser Leu
25 30 35 40
35 Arg Leu Ser Cys Ala Ala Ser Gly Phe Thr Phe Asp Leu Asn Pro Lys Val Lys His Met
45 50 55 60

17



03820402. 9

}“?

F R H2/6H

10

15

20

25

30

35

Trp

Gly

Lys

Cys

Gly

Asp

Leu

Ile

Gly

Cys

Val

Val

Ser

Asn

Ala

Gly

Pro

Arg

Tyr

Asn

Asn

Leu

Arg Gln Ala Pro Gly Lys Gly Leu Glu Trp Val Ser Gly Ile

Thr

Ser

Gly

Leu

Arg Met

Gly

Ala

Ser

Gly

Thr

Ser

Gly

Gly

Val

Tyr

Lys

Ala

Arg

Ala

210> 2

211> 6

65

Tyr Ala Asp
85

Tyr Leu Gln
105

Arg Ala Pro
125

Ser Gly Gly
145

Ser val Ala
165

Tyr Ala Ser
185

Asn Asn Arg
205

Ser Leu Thr
225 ‘

Asp Ser Ser
245

Ala Ala Glu
265

Ser

Met

Val

70 15

Val Lys Gly Arg Phe Thr Ile Ser

90 95

Asn Ser Leu Arg Ala Glu Asp Thr

110 115

Ile Trp Gly Gln Gly Thr Leu Val

130 135

Gly Gly Ser Gly Gly Gly Gly Ser Ser

150 155

Leu Gly G1n Thr Val Arg Ile Thr Cys

Trp

Pro

Ile

170 175

Tyr Gln Gln Lys Pro Gly Gln Ala

190 195

Ser Gly Ile Pro Asp Arg Phe Ser

210 215

Thr Gly Ala Gln Ala Glu Asp Glu

230 235

Asn

Arg

Ala

Thr

Glu

Gln

Pro

Gly

Ala

Gly Asn His Val Val Phe Gly Gly Gly Thr

Gln

250 255

270 275

78

Lys Leu Ile Ser Glu Glu Asp Leu Asn

Trp Asn Gly
80

Asp Asn Ala
100

Val Tyr Tyr
120

Val Ser Arg
140

Leu Thr Gln
160

Gly Asp Ser
180

Val Leu Val
200

Ser Ser Ser
220

Asp Tyr Tyr
240

Lys Leu Thr
260

Gly Ala Ala
280
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<212> PRT

<213> % A (Homo sapiens)

5
<400> 2
Met Arg Ala Pro Val Ile
5
10
<210> 3
<211> 16
15
<212> PRT
<213> 4% A (Homo sapiens)
20
<400> 3
Gly Ile Asn Trp Asn Gly Gly Ser Thr Gly Tyr Ala Asp Ser Val Lys
1 5 10 15
25
<210> 4
30 <211> 8
<212> PRT
<213> % A (Homo sapiens)
35

<400> 4
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Leu Asn Pro Lys Val Lys His Met
1 5

5
<210> 5
211> 7

10 <212> PRT
<213> % A (Homo sapiens)

15 <400> 5

20

25

30

35

Leu Arg Gly Gly Asn Ala Met
1 5

210> 6

<211> 11

<212> PRT

<213> 45 A (Homo sapiens)

<400> 6

Phe Leu Thr Tyr Asn Ser Try Glu Val Pro Thr

1 5

<210> 7
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<211> 9
<212> PRT
5
<213> 4% A (Homo sapiens)
<400> 7
10
Thr Asn Trp Tyr Leu Arg Pro Leu Asn
1 5
15
<210> 8
<211> 10
20 <212> PRT
<213> 4% A (Homo sapiens)
25 <400> 8

Glu Gln Lys Leu Ile Ser Glu Glu Asp Leu
1 5 10
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ﬁ NO1-: 4%

== Yi-biotag + NOI
Yi-biotag + Y¥ MYCs
— Ylbiotag +L32

As0ng
B:100ng
C:250ng
D: 500 ng
£: 1000 ng
£: 2500 ng
G: S000 ng
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A 11A

FITC-TM1 5 44

I3 %

0 0.5 1 1.5 2 2.3
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92



03820402. 9 L L H12/151

& 11B

FITC-TM13 5 tmfeeg 44

—~T-ALL
~+ N-PBL

N @8%

93



03820402. 9 L L H13/1561

A 11C

scFv L32(HE.&) 5 mit e 454

100

8- |
e R
260 —-T-ALL
24 -+ N-PBL,
N W¢ , "~

20 - “..0""'
A —
0 100 200 300 460 500 600
ng 1~-32

94



/2 I L ) H14/151

B

03820402. 9

A M e Ig s Bem IR il  4b eSS
. .

" + queyre sl SRS

h

- §'C

VI &

(¥)EEwW

95



HoH O B 515/1511

i

03820402. 9

(6w 2°0) 281

IO

TERNEL sisuvt 4+ 00 158 SEMGewimtasuiar o

(Bwzo) LA (300N (#H¥)sad

%0

oy . ¥ i‘i.g

B0 wMiy ¢ panain

18 P TRaS S » ovdes (OS]

%0
%0}
%02
%0¢
%0¥
%08
%089
%0.L

(ZREGHRHWFETY

96



patsnap

T REBFOF) nERENA
DF(RE)F CN1678347A DF(E)A 2005-10-05
HiFs CNO03820402.9 RiFH 2003-06-30
FRIRE(FRR)A(GR) FEXRBEANT
BE(ERRN)AGE) A E N F]
HARBEANYAE) FEXEEALT
(FRIK B A ARER
DER ¥
ERW
Y3 7R
KA AXER
R-Z-3E 4
D-&EH =¥
E-&1
Y3 B0 /R
H-E&T5-aF18
IPCH K& GO01N33/53 A61K39/395 A61K51/00 A61P9/10 A61P27/02 A61P29/00 A61P31/00 A61P31/18 A61P35
/00 A61P35/02 A61P35/04 A61P37/02 A61P43/00 CO7K7/00 CO7K16/18 C07K16/28 C12N1/15 C12N1
/19 C12N1/21 C12N5/10 C12N15/09 C12N15/13 C12P21/02 GO1N33/574 C12N5/06 C12N5/16
C12P21/00 CO7K16/00 CO7H21/04
CPCH %= C07K2317/21 CO7K16/2896 A61K2039/505 C07K2317/622 A61P27/02 A61P29/00 CO7K2317/34
REAGER) pUE:
i £ 10/189032 2002-07-01 US
SAEBEE Espacenet  SIPO
BE(E) £ .
AEARETESEEARLEENIERERR  MARAREABREE ol

BAKMARRDNEBDEERZER, FRATRHLAMBIGEHIAE
BT Y, BNBERS MO TEANPR G RE S BNE  g2ie
Y. ARANFENASYITATEMAETTER , EESEME ?.,; :
EKMER), Bk, 8BS RREBENELRR.



https://share-analytics.zhihuiya.com/view/2bc6c50b-3175-430a-8f38-05aba7207728
https://worldwide.espacenet.com/patent/search/family/029999594/publication/CN1678347A?q=CN1678347A
http://epub.sipo.gov.cn/tdcdesc.action?strWhere=CN1678347

