[19] FEARLEMEERMRENG [51] Int. CI’

A61K 39/395
. v . R CO7K 16/28
- 2] RBEHRIFAFIHEH
S oS
> * [21] EHiES  02802984.4
[43] AFH 200442 H4 H [11] 2FF S CN 1473052A

[22] miEH 2002.3.13 [21] @iES 02802984.4 | [74] TRRmHE Lt TIHITE AT 55 BT
[30] fh7EM REA RHME HHFF

[32] 2001. 8. 3 [33] US [31] 60/310,196

[32] 2002. 1.18 [33] US [31] 10/051,497
[86] EpReiE PCT/US02/07498 2002.3. 13
[87] Efa% WO003/013603 3 2003.2.20
[85] AERMKEEH 2003.5.22
[71] BiEA  GEEVRBRA AR A A

Wit HEHE G

[72] ®BBA M REH fREWK

BOMZER S 3 T SI-15 22 7T B 9 T

[54] &R P - LFERBEERALME 1 BRI
[57] HZE

5T NK ARIEK P - EFEREEA
Btk 1(PSCL-1) 55tk &4, WTHTHR T H
AEk NK 20l iR 7 9 A0/ 85 A& T 40 M B NK 41 ffd
M. ARURAEY &R R E
SRR AT B F DL SO BOw
ANTEER) T 0 f 2 NK 40 05 K S e N 2

S35 AR AL B AR

ISSN1O0O0Z8-4274



02802984. 4 R F E Ok $ $1/30

1. —Fr IS S EIRAAR A T o569 5B B 289 7 ik, 1% 5 % L4
Pt QLW B AL BRAETEN T @RN-F RS H IR %
5 RENMRIA BLARAR AR, ABLHIZAMRELES T @k d P
HBFFHEZORAK 1(PSGL-)8LEY, £+, ks dhs T mikd
PSGL-1 %A TiHEFFH T @RATHIETAFREZ, AR RBEEA
R8T 40 ROAN-F 84 S I8 L2,
2. BAER 1 Frikeg 7k, HFPARodR 4744 PSGL-1 &
10 FARRERZRLE S H K.
3. RABR 1 Frided ik, LPArEodR4FHMH%4 PSGL-1 ¢
¥ R ERAR,
4. BAVBR I AN F %, BHFELOEL AR TER LERIRE
SFTHEFHET miek @ % A PSGL-1 4L /R 64 3CE 693K 4],

15 5. RAIBR 1Pk ik, RYATRF % QERFHET mILkd 3
APSGL-1 LR M LI, £ F, MERBRTELFH T HEATHETES
®1z,

6. BAIZR 1 FTA T %, EH7kQERATLWER 8 F LARMK
T o AR

20 7. RAIEK 1 e F ik, B EaERt BT RNETRARFR
IR B A FS LG AR,

8. MA|ER | ATk F &k, BHAEQIEHL LB BATHHERRG
AR,

9. RAER | keI F ik, BF EQENLCHTMER THRENHA
25 K.

10. BMAIER 1 FridedFik, RPHE T@RAFRYG T @mit,

11. mAER 1 egFik, RPRAT @A CDA'T @i,

12. WA ER 1 FrideygzsE, EPHE T @b CDS'T @i,

13. RAZRK 1P ag 5k, L VR 7 % QIR R AL H TS DA
30 MEITEARTERIZHE —AWHEST T @8, FHEeR548%%

A e NIZAMRKIF A H — AP 6 T @03k B A8 kiR,
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14. BAIZR | Brd ey ok, o d g5 sk QL5 AL 3 B LM 3T
MITENRPBIFHF — AWM PH T @A hER, #4485
LHZNENENEINREFOE AWML T MILH A %E R
B,

15. BRAIZR 1 FrdaFd, APMRLBTERAMNMRAZE Y 20% 4
5 ] fo CD3 " 4m e 64 4 X,

16. MAIRR 2 ARk 67 ik, L P TR FAKR BRI B A B B AEE /MK
RETRRMRALRBRLE SR BE, THELE Y 20% 4431 A d CD3 4mib ey
1% vt

17. =% T @mies O AFXM(NK) @I TH 7k, 575k 0

R mie R & KRIA PSGL-1 ¥ T @bk NK @/8; A BR%iE T @
Je3 NK mfe 5 fe 5 T ek NK #mib & @ 69 PSGL-1 4 48410 O dh 32 %,
HEFiEEME T @R NK ®EAR B4 PSGL-1 A TAFEREZTH
Je.3, NK 0050 6915 54 F 1842,

18. AFIEK 17 PRikeh ik, R P AT A4 4447 a4 PSGL-]
IR R LR LS H K,

19. MAIRK 17 Prid ek, fF Arik oty b4 F k44 PSGL-1
02 AR,

20. AF|ZR 19 FFRedF ik, EF5 HE R EE F BRI
AR A AR, E AN LR AR RIRESHTHES T Wk NK @itk
& % /> PSGL-1 4 /R 84 X B¢,

21, AR R 17 ke Fik, RV EF 2055 T @R NK @8
A& 3/~ PSGL-1 LB KBk, R F, A& XBETHLFH T @K NK @
M T EE 54 FiRE,

22. BANRR 17 ik edorik, LAk miebiEiey T mie,

23. BAIZR 17 ke FiE, L Ardmieh CD4'T .,

24. BAVER 17 Friked ik, Lbrrdmibh CDS'T 4wk,

25. MALER 17 B 645 ik, P EF k@A T4 T @3 NK
MR ITIRAL AW E AT D,

26. BAIRK 17 T W7k, BT AF5E00R—ME T MK NK
4 AR fid T iR AL A 5 64 A 4 vE
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27. —#F iRk PSGL-1 #43h 8 69BF A 645 ik, & & s
A & Ak PSGL-1 thmit; d5iZ el mlX R fk, AR E9Z
e i A R Z L AE S, Bk ER KB RRES
PSGL-1 #4 %) fi6 4938 7 7.
5 28. RABRK 27 BTk 847 ik, EF kL QA4 MR M XM R AT IER 6
mIp T, Wb A FER R RR T H PSGL-1 64 s ag AT A
29. AAERK 28 BTk 6455 ik, 1 F PTR AR R A 45 444 PSGL-1
HFRARE R LS R K.
30. ARA) B K 28 ik 64 ik, £ F FFE MR R A 4 44 PSGL-1
10 #93F L EHR,
31. RAEK 30 Brik e F ik, &H EE QAT S L RS XA
WA A, ERN RS2 LSRRGS FTEF @R E % A PSCGL-1
PR I,
32. A EK 28 FridehFik, HPuFssaEArmeikaz
15 PSGL-13B#%EE, L, FERBKTHLFR BT HETHFRE,
33. RAVER 28 Brik e ik, AP ATEmAeAE T @mie.
34, WA B K 28 FrikE ik, Pk mieh CDA'T @Aie.
35, RAEK 28 FrikedF ik, LT AR mieh CDS'T @)e.
36. ARA| B R 28 Frik e F ik, & EE QAERE RS ZMRD N K
20 EMRWAEH T HF L THRIGERT.
37. —FERME, Has:
WA T M A® PSGL-1 thiddy, L Fizidhs T ®ERE
PSGL-1 #34:6 T#H 4 F XK T @M ILT 5S4 FER, AARBRRAZAED
BF RS SE. BHHEF. SHEERBRR T @EEGHLA.
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P-iaBEHE G AR 1 4RAD R

5 A%

AKXAEK2001 48 A3 BRXGEREN FIFH5 4 60/310, 196 4
PR, A RANRIBEARS,

&£ B AR 35,

REPNTIRA X T AT RELEGEAYME Tk,

10 RAAEF

JofTRAFT REEN B LT F R ER. ZEHHEHF.
HBARANR—EREMT, EOMARKEHGREZ—, SELEHNT
0 R 8 5% 5T B A7 B R R AT AR 6 R kv dE ), R R AR
Rt —RB AL —FRE, Mo BAIrs| B ISR RB 6 F B A,

15 BB FFERFEUNLE, EXEBEY, T ®RAEXT B ILR LR A
BEFPHRETATIRBNAE., RALRITH T FBECERAALFE
B 8% . 3RI0HE % A(cyclosporin)3 & 4 & % (rapamycin), 37T At T f@fe
T RAEGAREFHENE2L-2)MEEFR, XFHAMNE-2 KRME 4
MR A, (B RA —BRAERAR, KA T @IHRXH(T cell-depleting

20 agent)(F@it CD3. CD4. CD8 #j#uik), XA @e B F12 5 #2693 4|4 K
T tmied:F) #3429 37 4] M (3=t CD25. B7-1. B7-2. CD152. CTLA4
B IAR), Xk E R EFARE TR HFERA AL AR, T8 REF
MREG, HLERAGYTE RS I T TFET AL LBRAERLELRBH
WA A AR R R,

25 B2 2N AmIRATHERAEZAETARMBRAESR, €2
#1R Rob 2 4m o 69 £ -F- A (Kabelitz et al. Immunol. Today 14:338-340(1993);
Raff, Nature 356:397-399(1992)). R+ R & B @0 A 3 RSP FF{E 5 5
S¥hmeA bR, 1T @R EHFH9RAR 4R Fas(3 4k CD9S, oF
¥ 43kD). TNFR2(%F € 75kD). CD2(4%~F £ 45kD)A CTLA-4(4-F & 33kD)

30 #IARIHRIFEL T @AeE = (Osborne, Curr. Opin. Immunol. 8:245-248(1996);
Lin et al. J. Immunol. 158:598-603(1997); Zhang et al. Nature: 377: 348-350
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(1995); Lai et al. Eur. J. Immunol. 25:3243-3248(1995); Mollereau et al. J.
Immunol. 156:3184-3190 (1996); Gribben et al. Proc. Natl. Acad, Sci. USA 92:
811-815 (1995)). £~ B #|A Fas 5 TNFR2 - F &£ R E26 T mRH,
LA SXBHSFHARRESE ML ERE, PAEROHESEERE
5 WmBpABEAAERELA LS B GRE, XRSTFRIAFEXTREST
iX B FF AR AL 08 57 b #4915 ) (Ogasawara et al. Nature 364:806-809(1993);
Pfeffer et al. Cell: 73:457-467(1993); Engelmann et al. J. Biological Chemical
264:14497-14504(1990)).
A Bk
10 ALRAATF L TAAY T @t @RAE P-ABETHFZaORRA
I(PSGL-1)T A &Kl T BERFELR T BT MIC AT, T IEH BSTE
FIBEAREZN T BRAFHERERLL, ARZEZEXREEZN T AR
WA AW RERINA R, Flde T @A HRTRERIAZREREEZN T
mpEM I, Mk T MG ERIIEHAS A FARAR. BEBEH
15 F&. iTHUME R /R T @I (T cell-derived cancers)¥ A0 % Bk, B, KX
8 61, 4-1% | PSGL-1 7 fit 4918 A A8 %, 8 ) 2 & T @A~ 89 o L &
87 sk, AR Rk PSGL-1 2 L ey Al o 7 ik,
—F i, AEVHEIED —FEMRT R REKE T ®RAFHE
BERANF R, BAEQETHSER: &K, HHbdd At
20 BRAEFEHE T @RAFHABRELENER, XA EZRANLERE, WA
Btz MRS HitE T wmiek @t PSGL-1 £ 4694054, L F FRE/EH
5 T £ %4 PSGL-1 A THELER T @RATHETH TR, B
7 TR R IEAKIZ AR T T @I 69 IR Z.
JF R ik g T vl ik £ 5 PSGL-1 BedF A1 45 &t ik, AR R
25 RHRBLEALRE, T—Ha%, ks b5 PSGL-1 fbaF ML 6%
EBRAKR, FEHFETY, A7 EOEL T RS L LEIIRE S KA
(agent)B ik % T @&k @ % A PSGL-1 RE KB F;, F—FK#FTRT,
EHEOEAEL TEIAT S A PSGL-1 RAEHXIK, H ¥ A REKSFR
fE5tgidRmER T N,
30 E—HlFF, RFEOEAE—BSB A 8§ & LAHARGAR;
B—HlFY, EHEOELEELELIRNEXRAFARIAF B TS
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AR FH—#lTP, KFkaiEdFE—ALR B A EHBRE K,

FH—HTP, KFEQEEF—ANTUHA T @I0E MR IR,

BE—AFEHRFEY, R TERAERAT @, A—ANEHESAT,

i T 2 CDA'M T e, EH—F#&BF, LT @A CDENT

J.

A NEHRFEF, KAFFOERMNRE HLHILSHZATGARHE
(B AWML T @B, FHHFEHD 5RXE QL HAEMEHAIK
BB AWML T @Iet3 8 AR,

AR —FHRFTET, AFFOERMRE L BLESWZ AT /NKH

10 S(B—AHHES T @I AWiE, FH AW ERERE L HHE
MG 64 RS (B A W AE o) T A6 A& 4 & MAR PR,

B—NEHRFTEF, ENARLBBRAI AR Z VKB 20%8)
CD3"'mfe. E—REkFEF, ENMRLHERAIELETED 30%.
40% . 50% X £ % ¢4 CD3 e o iF .

15 BE—ANEHRFRF, EEBIAKILRBESREE, WAL RR
AR BESTIHALRTE Y 20%4 CDI@WERT, E—REHRFE
b, EARLBHELBELIN B ERFEY30%. 40%. 50% KE %4 CD3’
it LT, MR T I AT FATHAER R, Bk L Ry
HSEBEH—., =, =, @, . x. LREE K.

20 F—F &, KEPHHFEAHA—FFL T @R i XX HNK) @R T
Fk. RFEQIEAT IR, REmiek &AL PSGL-1 8 T @itk A R
Z5mpe, RN T sk i R 345 ek & ¢ PSGL-1 &46-41L6-%
5 Twmes g AhiGmieEm, LPiansddHs T el aRFGmiei
#44 PSGL-1 AL F A THBER T @ER O RFH@ICH T,

25 B R kP AR YT L3553t PSGL-1 B4 ML 03RRI
RREAKE., E—/NFE#BF, LSS Z PSGL-1 E4F 371444
¥ EERAR, E—ANAEZARFTET, AFEOEERELERASL LS
ELBERAGKNERGTR, #F T @RAARFZ S @REABH SN
PSGL-1 3R # X B,

30 B—ARRFEY, ZFEOREFSF THERIAARTIHEELTNS
A PSGL-1 B RS, A PR IKEFFE T @mIes NK @it

[

it

W
)
&
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f%ﬁ%%%ﬁfo
E—ANEaFEY, AT @RAERY T@l., E—ANEAEAP,
mﬁTmﬂ CD4*8 T tmle. A H—F#wblP, L T@RE CDSMT
e,
5 BE—ANEAFTEY, KFROUEPREBEBLESNE T @EXAAF
1% 4m 649 47 7 (Viability).
BE—ANLHRFTEY, AT HOIEREEERLINE T @RXAORE
1% e b . 4% M
% —F @, REPEHIEIEH fhik PSGL-1 H et AP R g5k, KF ik
10 &3 THE%: RALEMIKEH KL PSGL-1 th4mAe; L miehnl XM R4
fik: L ARIERR R KM R B AR P A E S, Rm R R A
L A4 PSGL-1 sty A 7.
E—ATZRFTETY, KRFEOHEAMNGDEZYRFFG@EILT, A
# # Zi% MR R 2T T H PSGL-1 2h 48494 % Al
15 E—ANFEHRFET, LR KM R RS PSGL-1 45 F &4 ¢ AR KL
WGBSR B, E—AERGT, ARSI R AL PSGL-1 455+ 446
HEEERK, E—ANERFTEF, AFORBELBAKEREZE
EERARESHENER, FEFaik® A PSGL-1 RWARMHXHELH
K.
20 LE—ANERFETY, RFEOEFF@ICRE % PSGL-1 WA 69 LB
IR, PR RKRTHFERBEATHETHFEAEL.
BE—ANEHFEY, FFET@RAZFRG T @R, E—NEHEHT,
prit T 462 CDA'T i, £ H—%6F, AT @R CDS'T |k,
B—NERFETF, AFiEOIEHNEXTMNEYR AN RS LT
25  HASMARBATRA G TR,
B—Fd, AEAHHEER—FRANE, Lad: 46T TaRkd
PSGL-1 #9464, ﬁ*w%A%5Tmmﬁ@PME1maééﬁiﬁﬂ
T R se T W15 54283042, AR A EIE YIS A S %, BEBHH
. S8EE, R T @RENEANAE, AF—KRTET, ZAMNE
30 QLIENS ST AR ATHEIK 64 BFF K A R AR R A BLEA .
AEPHREDREBRFARFR R LR RRG M LB EGFELT
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Wk T @it B REF T @eymie AT, 40, G/MEL 25 PSGL-1
B FAR TR B K a0 B F 4o IL-2 3, TNF- o AK-F 69 RA2 644 5.

AL F — R ERAEICREEE K PSGL-1 Air¥e, AL £ BRI
Aa@e, LER T @S hRZAGmiet, Bk, KXAEHGLEHT
FE I @SR EKFNAT, ELUREFRMAGT L
GHumRTEEARERGEAMBREAAOEALT, AT aks ARF
(A B ERHAFGEEN CDI @IEE) AT B4R,
R BB S AT B ) BT B 4R

MR3EF by 3L, ARBEAGAABRREAZLEENEL, HAK
T BARB A S B RARAR TR E AR . &R FRE T AL
B d At 7 ik R MR Ao 7 i T A AR LR o e Fo )X, iE
S E R T, A ERSE. EREHE. AR 0ERR
B ARFLRTEIANRFZ A, 7 —H A& L4, M R3L
FAHRE., BE, REGHHSE FHRAHAGLE, ®miFERARBRER
A B,

AL PO SR ERAORTTEENLAEY HARAEKF,

B 8 35, 8

1 RBFEEMHEY T @IeE TAB4(—F 3 PSGL-1 893 £ AR R K
Rl A mpe A TAE T BB AR R R,

R,

A 3 87 PSGL-1 &AM E CD4'T 406, CD8'T @i, CD19'B fmfe.
A NK #mfe, o4k XA,

A 4 2 PSGL-1 /&4 CD4". CD8*. CD4*8" A CDA4 8 B i 4 it L &9
A XA

B 5 BFARSKESEIIZRT IL2 AT, ZA¥IES
TAB4(H A A& B K E )X 1T 49 Balb/c ) K690 m e MR K tmie, 3
VA H2 ARS8 C3H % 4m e ff h #) % m e

A 6 %7 Western FPiZESMER: (A)Z TAB4 AR B RIRZIFE I E
& JK T vA ) 7 M 49 35 PSGL-1 34k w2 42 31 (B)vA 31 PSGL-1 4k 5 T @ he 4
5 A AE AT B AL SR T A FRIK TAB4 RA M B & R
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B 7 R-% C57BL/6 » R48% T M Balb/c ) Rk Rk B Aid, #%#
PSGL-1 #uik 3( B H) st BLAATUR(E S H LG, TIRABHMAFF
B4k,
A 8 BT AZFMGAI AR EANE 23 PSGL-1 AR LEE T
5 @RATHSHEREE,
B 9 % B4R % 9E 69 4 R RL 4% SR R (NOD) 44 ) 42 430 PSGL-1 #9410
(RS F )R BAFAR(ESFTR)LEEEEAGL L E,
&R
AEAR—HFGRAT T @ AT PSGL-1 - FHHEERAT T 4
10 JeiEM e F k. PSGL-1 5 AT EEAMES B TR T MICH B H A
RIFA T Wb dAT@m AT, LLESYE T DR LRI XER,
do: BH SBMAER. BEBSHEF. THAERR/R T @RS H.
G MITAEATE AR, T@MGAERERRRAFLE)T T @ik
B9 K AL Y
15 PSGL-1 &4 i
PSGL-1 A —mfp k@M oTF, AALFEFHOG@IE. TABHRE
mpe., ARFZGmE. FAmie. W EMBABAE CD34 6 B4kt Ak a]
wemie b, @it 5 ik E (Selectins)4s 4 #1487, PSGL-1 2% % @ @A)
B AKER LA @IENTEARY, PSGL-1 N8 T @ies EABEF
20 FPRBEMNLELS, REBRAZI KRR ATH., Fide, £ T @iedis T
e E it T e Let, T e b 4 35 8 CLA(R R E @i R)
FAi, REZEG 1B THphmpniE 2 8 T #shmlet KLkt
PSGL-1, FFEA #& /1 #8475 Bk K K 3K,
PSGL-1 A —"& & B 4% & (Sialomucin), 56500 vA4F 5| & =& BRAL |
25  EFEAEAL. BRI B D Pk B F 44, PSGL-1 9 TRAL N s Ak
KRBV AL B &9 48 R AL Fo s B L5 & K % /N F) L& (isoform). ##.b#93h Bl T
A B e, KO @R % B AR EG S T 6, A ABE KT
PSGL-1 Ak &. AW, RAEFNG T taftoF &K E s s A A4 PSGL-1,
Fh5 P-ABEFAGENGLES, IRFNRAMGLELSETRAELRRR
30 ReEiFESER g R, EFAY T aiET o, 3)HFEAERML
A3 BEE WK P FH A RF T —3f %, PSGL-1 R ZA!s}f L-s# %4 E-

10



02802984. 4 oM P Er/22m

MEFLR TR FFo, Flde, CLA FOME A ARL T mIRKTIA
F BB E L bk Pk E M AR 3, 10k A PSGL-1 M & CLA &
{269 T Wk R 45 P-2 B Z 446, B4, PSGL-1 5 P-a B L0946k
TFH N K+ AREBRMAGIK, ZRHTNMRARGKROIE=ZAA TR
5 BAHBRRBAL, R—/AA TN R RBEL,

PSGL-1 & & /A TVA#Ed DNA S5 A/ RE WA MMHF LB LK
%X PSGL-1 %k #|&. &404) PSGL-1 FARTEREREZ WIL T, KA N
R4 B, %4 PSGL-1 Y BT A TR EANETLHE&E(EAF, Fld
GenBank Accession NM_003006 ¥ % #4 PSGL-1 % Ak #4488 % #1); 3L PSGL-1

10 893K T A K PSGL-1 #u/R 4 44k (Herron at al. (2000)Science Jun 2;
288(5471): 1653-56; WO 00/25808)Fa/K A F RLFTif 675 k. *F PSGL-1 #
H—F A RAGEEH T LR P, [2RIRTFXELHK: Sako et al. (1993) Cell
75:1179, Vechino et al. (1995) J. Biol. Chem. 270: 21966 #= Veldman et al.
(1995)J. Biol. Chem. 270: 16470.

15 st PSGL-1 6§ &40 4|4 M E, BT A&X PSGL-1 & R 7 A48 A A5 44
o1, 3)i SEAB A4 A3 B8 Fuc-TVIIL, 3T PSGL-1 ¢4 2h 6 R AR T 46 £ F 204,
FIMRA, EHEEL PSGL-1 B, F & A %4 JPACE #94 Bt f7 4 32 %,
VAR 20 Bk Fo /3K 4 AL BE RBR A R 4L A5 BB 04 A5 K.

3 PSGL-1 #43ART Al ko B Akl k A A HAH4 4 49 PSGL-1 LR,

20 AFfTARIX PSGL-1 ZA @Ik B TARYG TR T @IEE, B THH
WALIE RO R R, —%440, PSGL-1 & & T AR KL ATA & &5
FiEY. Hlde, 854069 PSGL-1 ZATHA T T ie L PSGL-1 24 #6658 #)
80k, A LEFRASE I PSGL-1 &G d9401Kk,

F b, AR ARBFE - Fc #6% 4 (4o p-i2EE-Fc #46% 97

25 PSGL-1 Rt 44k,

L PSGL-1 Hu4k

PSGL-1 % FR(R S IE R R B REMY)ERK R F %P T ARk
AR, 3w EATE, PSGL-1 3 AKX AKABRNAEFZTURAETARAKARE
Ao R F R KA. T4 PSGL-1 3 R R BT 4 AL E R RF &

30 3L PSGL-1 #9934k, H 4L, 3L PSGL-1 34K, 4o TAB4 % # FE44K, T A
Sk 4ift PSGL-1 % Bk, #ldw, RAMFZ 4 PSGL-1 Rk, #mHKZE KA

11
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VE B SR RF B E ST 4G 3 PSGL-1 44k,
AL R FART VAZLF A M 454 PSGL-1 % IRe) £ L IEIAK, LR
HBAE LARIK, “FAMEE” HEHRR, 30 PSGL-1 3 Begiih kA
RIPANREEHATHEE ST, Bb, RAVHHELRAEA = TF
5 EERERERLN S KRGS RASH(Bl4e, FAK), FTEFERIGFTE
B k5 XA SRk, R A EFTE S KRR T BRI e-hAasE A (Fl4m,
i# it f AR LA, AELRT R XM S TE S RGN TS
WA/ AR R BT H-FEMGRRE BRENES LB T).
—#&mE, PSGL-1 3 KT H&AKEE 4o KHL #1754, FREAEA
10 BEHFFHIADIMEEIRA. ZHDERATENRETHEIRRRFFE
A A vd g4k,
Bikd, B SAshWiE T4 PSGL-1 % R A RE K BT HE.
Fridshdpm @8 FaEL. PR BRRAAKA. REFHELIRALSRAR
Bl 4E R A e BT BA, BTN L3R REMN(Z AT L) ¥ WK
15 (R AAL48). A& FE MR (doiE 5 90 B0 (lysolecithin)). % 3 &% (pluronic
polyols). R B F. K. M IA . RO B EFHE —HEEF, T
A AEANEYEFNA BCG(FANH bacilli Calmette-Guerin) & ) # 4 &
(Corynebacterium parvum). 2 & L& %, 7% {$42 > £ 49 & A ERAKRFARSTF
&9 7 /it #% (heterogeneous populations), T VAM %, %% it 49 Zh4h fo 7 F KT,
20 Blb, KK GIRIKEIE S LBIRAK, FIHHLLEIRK. AR
{¢.(humanized)4/h X % A4k . £45404K, Fab A . F(ab)2 A B&. WA A& A&
J Fab X AX & F £ W4T,
¥ HEBERARRASTHE LR E YRR Y K B (homogeneous
populations), &M Lid PSGL-1 3 REAFE LR BHARAREERR, #
25 4= Kohler et al., Nature 256: 495(1975); Kohler et al.,, Eur J Immunol 6:
511(1976); Kohler et al., Eur. J Immunol 6: 292(1976); Hammerling et al.,
Monoclonal Antibodies and T cell Hybridomas, Elseveir, N. Y. (1981)).
Bk, BABERARTARTREARKS: AESERKGERm
e B A& HAR T #4945 4T4R K (4 Kohler et al., Nature 256:495(1975)#= £ &
30  %4) 4,376,110 FTid), A% B @@t 4 /B K (Kosber et al.,, Immunology
Today 4: 72(1983); Cole et al., Proc Natl Acad Sci USA 80: 2026(1983))vA &
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EBV % /3% K (Cole et al., Monoclonal Antibodies and Cancer Therapy, Alan
R. Liss, Inc., pp. 77-96(1983)). AT & AR vh RATATAY £ 64 2 B3Rk E A, &
3% 1gG. IgM. IgE. IgA. IgD R ECAGIEATRE, KEAF A% HBEHAK
B TR TAERIN RARAZR, ERAHNEGHHELEAERKRGEAR
5 FBEXBEARALEFTZAETARES A AGF &,

—8 A, TRAIAEN Western FPiEER KB ILIE S ik (Blde, 4o
Ausubel F(F| L)ATi& 647 iE) kMK $ B3 S Ikt PSGL-1 45 714
$iR R, REAF R A Ao sE S PSGL - 1 t94RAKT A T ARL . AR T 44
T (%) 4e CD3 + £8ft)& & PSGL-1 ¥R I 4353 T A7l & A=/ A T84

10 # PSGL-1 #RAKL XA A .

LR BFART A 4o B MR8 57 R4 — R4 (] e, ﬁfrii%sa‘?if?“ﬁiﬂ 7'T<F’+“
REER AR LN SRR, Hh A oA ERK, BHEHF,
FRAe T mie B FRAE F 60 T @ICAN-F09 %A, ubémw&'mr
B F ihik 454 PSGL-1 $8 h e91%ik 1L 54,

15 Bd, 41& “REMAR” AR L) A1 (Morrison et al., Proc. Natl.
Acad. Sci. USA 81:6851(1984); Neuberger et al., Nature 312:604(1984); Takada
et al., Nature 314: 452(1984)), AT iZ L R R A7 1€ & 4L R4 Mg ) Rtk
NFHOEARLBEAELSEYEEAARERLSFHLAB TR A2, rE&
SRR TP, RENASRRTREGSHMWFFE, #—kgEASHAK

20 BEAARRTFIREABRBATERFRALEREONELR,

F P B E R IR AR R £ 4 4946778 & 4704692), TL)ﬂ
F 443 PSGL-1 3 KR4 RSB A A B, L{/AARBHRRBHRESE
Hizseh Fv R AR, s K,
RBIRANA LSRR FRAEARKREBETE2H LLGERRL”, #

25 wHERROERRARTFIERRNZOBRSBIRKASTRTEM F@b)2 A
BB, Foif B F(ab)2 K B 6 6 —zidt @ A by Fab A . 3, TUAEAM Fab
& 1k XX B (Huse et al., Science 246:1275(1989)), Atk AR b X BA
B E 4% F b Fab A K.

B BT A RARIR O 4ot F ik B AR IAAN R, Blde, BAFE 4

30 FMeyEFERATR R kiR ﬁ4TAﬁ4b(Scotgene, Scotland; Oxford
Molecular, Palo Alto, Calif), @M ARG IRAK, WwhEFLRFHH Y £E

13
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AL SRR KK B 69 4% 5.2 —(Green et al., Nature Genetics 7: 13(1994);
#= U.S. Pat. No. 5,545,806 #= 5,569,825).
j5 i B8 PSGL-1 Zh ety o e 7 ik
AL P4 % T 4LE PSGL-1(3k PSGL-1 #9% R 3X)48 Z4E A #9104
S Mg ik, TR AHOIEERTRT L PSGL-1 4468 885 A T @ICH B A
/3 T afeB T o, Pridis-¥it a8 PSGL-1 5% PSGL-1
ERGEERE, RINZAIEAETEZNABLAER NS, ABRAT
PSGL-1 F M489,
BB AR KBRS LIE TR TR, RARRLAK, RALES
10 PSGL-1 #38% PSGL-1 /~§ &) 4 # 7 58 69 1€ H AAL S M (3 R FTiR).,
XA WL QIFRRTIK, TR, QIE12RMRFRAUK
JE &) AR N (Lam et al., Nature 354:82[1991]; Houghten et al., Nature
354:84[1991]), &1 D #=/ L A BB, Ak (phosphopeptides)#| & 49484
I IT A B 5 F XERR (B35, 121 F, MARFLEHFe, a8k
15 AKX & (directed phosphopeptide libraries)#) A& R ; Songyang et al., Cell
72:767[1993]), AR(ELIE, 2R T ZLBEIAR, FUBERIK, ARALIR
IR, RIRBER IR, HREIRIKR L4 IR, Fab, F(ab)2 #= Fab R i& X & A
BOABRERILEA R BOA B A BRI T.
TRBALRFike L E o eds, [2RRFHHH PSGL-1 &4
20 FHHGDHFILS T AL,
A TR FHA, RGNS H G EE ST ot
&, Frideb-4n48i8 S PSGL-1 9 R X RF M., —EAik R X6 E
MRy, RHEMAEERERIPT oM F40, BE, XLFBALETHR
RRAREHBATRGE AL A, X F AL E T A b RARIR O A by 4 AR A
25  RABRIA, BIEMIKGRLBA . HBHETEA . S RALE R
Mo E ERREARG I SCWHIR 4. BEB—FFERLT, FIALERX
KR FF ik, THELFKIAT A (CRBAR)E L E RKB|FE WL
B KT VA do b T E s B I K A0S AT IR e Hl &, AT
VATh it it o X E, SRR FHLE, RO EYWLEARL
30 HEAMF(OIEZTEO)LE, KT fFid k44 PSGL-1 ZAFRFET 4
JEH A/ R E L T AT 8o,

14
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AL, Tkt — A%k S F A5 PSGL-1(3R PSGL-1 ¥ Xik)a &
R e edy . PR GIA ST AR kB4 KSATiE 6 T & i,
M) Fiaside i R AER, BHEMF, THBERAR T @0EF
TR I .

5 AR FEE PSGL-1 4 M0bWe R EE 0k, A—2 504 T4
% PSGL-1(R £ R 6GRE RA WAooy, K EALNE T4
X AL S AE B A R FReE A, AR T AT AR iRA- 4 T IR 2 o/ S AE )
2698 S4h. FIRAE PSGL-1 HET R THA B RE M T, A%
T, HiksT B F PSGL-1 RE|MMKE BT RM E LML E(Fl e, 47T, &
10 BEAWEASYFINFREONRS KRS,

F ik AT T A S A 5 Ki#tAT, #Hldo: — TR FEFREBL
PSGL-1 8. %K. k. A FO RN A RHELE —B40L, H4ER
BB LA T WA T EA6 PSGL-1 50X H b B AR, ERF EHFE
#FRT, PSGL-1 R B TH4BE T ERAT, Mtk EZeGRXALESY

15 7T ReAR L3 2R 8 R AT T,

E R, REBAIKTAEARAEERI., BEWisHTRHIEL
MHRENWEFT XX BZE, EENMHWETHAORLNAAARRDELE
ORBERFIRTERTR; RF, LTRAAREOHFHGIRK, hikE
Bkl B, #mA|AMREGRARIMEZaEETTEARARTG. &

20 BEFZQRNENTELS SHEA.

AT TRIGH, mAFEERSESAHERTHBRBEEGRE.
B R TG, BHBl kST NERRREEL RS, VAT R G4 L
S RBETHERMARAT. RRNELEEMRBHOESMNTRANFSF
HEERIA, AFTUARFARBEYGRSTLARL, RELMNEALTAE

25 WAL REAEASWEH A, B TIEREA FAFLH LB TR,
KRG B AN EIFORAEMNE LT TRENG LM, o X A3TH LR E LR
R e A a R e T e

XFH, RETERMTY#IT, BWEREFHERREORES R BT,

FAem A E AR, 4o A Bl Z 6 PSGL-1 & & . k. K. BAE4 N
30 BRLSYEFBGIIK, RETEERTHRGETILo4M, KBRS
LT A E A G I E RN F AT LA A A E ey A

15
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F b, vAmpah K oA F kT R R K T B8 5 PSGL-1 R 94k
Ady. HlaodE A &L PSGL-1 t#htmfied, kb A B I FEE L A4
PSGL-1 #9400 % . vAfmAEh KBk e) AT 7 sk B 5 AL 2h R 3R L 4% A
ARG, Blhe—B5 T B XS WEA PSGL-1 AWML ERAE, &L
S AWMETEKSRANEMNETEAFL T ®ICATHFH T @IRH B
7.
B sY
AEPHGBARZREANMARTOLELE, masEsdo, K, 59T,
KA 4 7 M 454 PSGL-1 3 kG oy B o b AR A —
10 ANFAE, A—REZHRB P, AT A4E PSGL-1 443h #) (Agonist).
R F ARG BRBENTARE R RGBT, KA—F XS
AR F TS HBARRIEH A, BiZA AL AR P THESHE LS
BRI T ARIE & AF R E) 4444 25 3642 T AT BL 4
AT B H AR B i shE A A S e 4R, Bldebkik X F (bolus)iz 4
15 RESHRAHA . EHAFMNTUAALEHNEFTXNERBRA, Hlekiri
ZHFREZRNEEY, HWAGBH. ZALHTHEREFR. BR.
RAGHHE KRR FHILROT X, HATELEwEFA, RBREIAMP/RE
BAFRGAAN. RA, EUASTRAERAEX, AEANAZELYE
e RE 0 TR 6K R B,
20 = T NS0 % KB AR B T meBteg 7 ik
BRI MBARSHMGE T ERFHRENSH, TRARFBATE Y
PSGL-1 2 KR A9 A Mo hefo/Ri6 K EHBR AT S mBE L, Flde
T WION-F 6 R B BAH R kR, KW IR T AR, SRR R
R AR AR A, €144 F T mie k@) PSGL-1 HFLFE 5
25 HREBRPER T @RNHET., RAWNFTEFROEMNFTBIRAE
PSGL-1 REAH ZBEA . KA PR TR FETHEERIEBE T
mpeEWESL, BAINEA TR CIEOT LA AR. BEBHEMEF.
WM KRR T @Ik,
Sb &k BT ik 69 3% PSGL-1 8940240 7T 56 55 84 % 7% = ) &35 /a R T 48
30 M. AP ER(ABEEREHETE. FUVERNEREAFTE, FEDPEAFK
BEEATR), BAMBENE, BERX, TEMAES . REBLHIRE.
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10

15

20

25

30

ARREMTRIER ., LE(BREF R L. BAMA X)) 48, B
HeAC K 475 4E(sjogen's syndrome). % F B K 4 (crohn's disease). #% 17 Ak %
o SRR, #IRE. ABELEA. TRBLER. KEWBEAER. BH
PLEER K v AU E g L R B 41 BEIRJE (cutaneous lupus erythematosus).
BEA. WEX, AWK, 7. AR LKA (leprosy reversal reaction).
LT BEM BR R T 4 (erythema nodosum leprosum). B /A% M F S X, T4
A, EERR B aWBER. § LRI 278 & E
(idiopathic bilateral progressive sensorineural hearing loss). 4 &3 7 o,
sirmiet i, AXBE BBV E. BRABKEL. SHRAKAFNF
7 (Wegener's granulomatosis). 1M ESHMAF L, $IR L - B4 KEAHE
(Stevens-Johnson syndrome). & K M#AF O, A-F 58, £ X KK (Graves'
disease). X WNBHm. BEAMWERERIL. REEFERRX. M AMMIELS %
. BAHAMILE THR. BHERON(CEEAFRRFSALELE A HBAE) R0 F
ABAL. FFIEAAE., RAEAT B TLARGAB. T HOM & 5 2o & 1 21 8 (atopic
allergy). ZHAA T @I G40 & fo. 58 Fa/ S M B

AEAFTETRTFRARKI AN FRRELHAR T @, Hlaok
A TR E WA AT IR G ARIEE KL FTL 647 PSGL-1 #4L54R
By FERIANRBGEA KN R T @i, K5 ETHEM Fhofe tmio B+
AT WICHMICHKE, ARBY RREWIEET T @I0egEH,

VAT KK B SR B, AKX AT E HF R T Tk 64 T,

Ekb|

x®P 1. RTEEATEFEE( “TAIP” V&5 BRKEG &

4 75 TAIP 4% 5+ 1 69 3£ %, 530K 69 7 7% & £ A Kohler 5 Milstein 49 AA7]
#do 44 41 Jie fk £~ 75 ik (European Journal of Immunology (1976) 6: 511-519)¥A
Bl GBI ERIRGE R, ¥ 2EE A(ConA)EILE 8 Balble > R A%
JE T ez 85, BELARALERMIFSTMBEEERS, #
BB AR R, AR @RERART -BE, FARLMAS4
CIRAR LRI, BAREMERIBIRG HRATY M, RIBXBFEE &
W) R R o sk B LR, 94 % TAB4, b3 5B AKT ERIMELA T @
RAT, AERANFHT WA, md TAB4RAGEQRYLA T ®m
e T i 5 & & (T cell apoptosis inducing protein, TAIP).
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C57BL/6]J(B6)#= BALB/c /I» &) & Jackson 5 3& & (Bar Harbor, ME). 4%
ARECRMABLEERFEFRAYD T,

TAB4 2% 3398 49 IR 48 3% = L7704 20000 x g B8 10 24, AT L#
AL 1 B9 BI R 564 R (0.1M BABR 4R, pHS.O)MATHE, BEAR G
HARRARRY Iml) 3-5ml B A RAZ R, BEEmER bR EH
EFORGHE, AR ARG EFRBLEZAT, 2L 6-10ml £04 k%
A, FA Sml BRALE A R (0.1M HREL - %8R, pH2.8)MFTidAR & sl ik 4
B TR H— R G4 Iml RPLAFAR, BT HEA Iml 9855 50ul IM
Tris-HCl, pH7.5 4, ¥R R AEEZ P M pHME., ILECASRIKGA
%, A 2 H PBS(PHI.A)F &M =K, BREFZ . ZEHRAKS
#) Bradford FTi& &7 % ] Bio-Rad Protein Assay(BIO-RAD, Hercules, CA)#&
MEEERE.

FEFI 2. BB EFRAEER T WP NEREEE

AN BB Z 5 T 8ml 49 Hank's #7358 (HBSS) Y, ARG L% A b
SRR, mARAE AN 15ml 8 B 3 F (Coaster), ¥A 200 x g B 5 454F, 4542
LFR, mEREERGBNERBELIEREFFHANEFEZRT., v
A Iml e R 4% A % (0.6M NH,CI, 0.17M Tris 4%, pH7.65), £ T £i&M
B2 AP ARSI RAM LA, B AN 9ml HBSS Brik 41k B H . ¥A 200 x
g B 5 pAYEER LFR, PTFH MR EA HBSS sk e &% F
RPMI 3 Frik F . ) deikit 44 % (Cambridge Scientific Inc.)& & B B HEM ik &
K] L2 RA M b A SRR R TEE,

F LA g fe f) RPMI 32 708 A% 240K E 3 x 10%ml, FHAeARKRE
A 2ug/ml 971 2% G A RFAT @IE, @mieEFRABE 6 LIEHFBEL
Sml)sk 10cm #3% R o (F—3F I [0ml), /£ 37°C, 5% ZEACHIE A IS
TR A8 I, RBKEKE R, IHENGBmMIC(RIEERE T @),
EHEF T SmI &Y HBSS 7, H DB EINESEF 5ml 55% 49 Percoll 15
RELE, B SYBIR LS T ERE. £ 25CrL 1900 x g B e 13
AW EATRFHE R, NAER IR ERKEE £69 T @6, 55 HBSS
R_KEBRTATERF.

REH) 3. FHT @K AT

WA T @I (JLE 4] 2)A4F Sng/ml IL-2 49 PRMI 32 f & # 4 3|
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SR B 5 x 100 M mft/ml, FARIE R 1 494038 44 A 2T B Ig. TAB4 %, 3% CD3

FARGATAIE,
%1

5% B 20 A L3
IR M3t BB 4R 3pg/ml £ K Ig

Sng/ml IL-2

3ug/ml KBEIUR (I L A Ig)
TAB4 48 3pug/ml TAB4 3 %, B ik

Sng/ml IL-2

3ug/ml LEEIFAR(IE R Ig)
FE b %} BB 20 1pg/ml #t CD3 mAb

Sng/ml IL-2

lpg/ml R BRIUAR (I & Ig)
¥ BRI RA G RRE

Je3E 3t 18-24 I E, A T-AAD SEA T A R MG —IEFR AP
5 thmRATAE. ABI B E AN BRM(FACS)H ¥ (Falcon), A
7k 489 FACS 5% (PBS ¥4 1% s 4 fuik, 0.05% B R4M)EBAL, £4TC,
200 x g BB MIRILIRE. WIREW RF FRAE ) FACS BRELRAE
1-2 x 10" AN gmfe/ml. sbiTME 0.1ml /R &% &5 7-AAD 4, 2 7-AAD #)
KRB A 2pg/ml, KB T 4CHEBAIER 20 24P #ATHRE. FEE @I
10 vk FACS sk =k, B&% T 0.5ml 4 FACS &% ¥, 4 BD LSR
A 28 )X (Becton Dickison)i# 47947 .
A1 2BAREAMGONEEIRER, MEXRALEFNLY T @it
TAB4(3 TAIPY 584 B 15 5 RAF M A M B 19, L85 & A S8 b
VA Con-A FEALHEF/AESH IL2 9327k, WEFEFEFLG T @ik,
15 REF TAB4 £ B RAT B R Ig #7580, FRe R IgG AR
ARBEANBITRE, FH—REPWEE TAIP K BLELA 5L AKKF(6.5%)H
TR TR, 12 TABA X @R ATHARELEF 2 REME 17%,
FA4KRES2NNEE, AR 6 KTHE 44%. m5A IL-2 t43E 7M1k
%, sTRA R [gG REABFFO AT T @I, 41 CD3 AR A fAk
20 STR)EE A8 DTG, AR 38% 89 T @A T (3B AR T).
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£HH] 4. ERELELF TAIP B4 KL

40 0L B ks #) FACS 2 (PBS T4 1% 647, 0.05% & 540%™
K, E N FACS £ #7% (Falcon) ¥ F 4°C200 x g &%, mib &4 &% Fikdh
49 FACS iR Z@mIayRAE # 1 x 10" Mmft/ml, 39 0.1ml #9554, XK
A FACS 5#7% (Falcon)F A B RS Z A . sLEFAe N TAB4 # # &4k
TR R IgR KA 2ugm)E@e ¥, ERAR 4CEHTHT 30 o047
WATR TP E. mIAkA ) FACS BiEk—RBERRITEENEE: (1)
151 P 4 i A N2 A7 4w 6, &, % (cychrome )& 3£ 64 31 CD3 44k (2ug/ml). FITC 1%
K e due R Ig A PE & B 4 4 CD8/CD4/CD19/CDI11b/ 2
(pan)-NK/I-A/I-E/Mac-3 #AR2ug/ml) 45 100ul %65 FACS &k; (2)aM
B tm f o N4 A FITC 188034 8. Ig. PE 18844938 CD8 KR WL &£
1884 ¢ 47 CD4 34K (2pg/ml) # 100l 7k 444 FACS ik ., £ &R R 4C 4+
FRE 30 94F. #EB M mIeikA i FACS BREAR, EHEFT 1
ZE &) FACS i2# ¥, FFvA BD LSR &R @A (Becton Dickinson)9 47 .

B 3408 4 R 7% W FACS 24771340 TAIP /B 2 B 8 6. 5 J i 40 L
Bl & LégaA., B 3 Fixw, CDIY'B @Ak @ & AAKK-F42 T 1R 2] 44
TAIP & & ., A% & CD3'T WIeB A4 A A %45 tmfei @ B TR 2] K F 44
TAIP & & . K465 CD4". CD8" A CD4'8 MR T mie &k A XK FH ATIP
B, MRHAK YV E CDASHM T @&k TAIP &4 (8 4).

W& & BT B6 A2 BALB/c ) R 694047, LIk, M. . MRE.
FRRE. §. B, MEBEARAK, TERIABRZT 10% V&, FagT
A RESF . B R A Leica RM2135 40 H HLbn % 4pum B 948840, R F
ASTHRY HF4ETFHRENER L, BREESICTFRUBEATELE B,

SRHBLLHBINA A RFBIFARF MARBRLEZZFR-100% T
BREth 25 TRZ, RERAGE 100% TEF., AEMARERERFEZY
100% 2.8 -90% Z.B8-85% LB - 70 % Z B3 -PBS & % 5| it /7 & K4k
(rehydrated), & /& & F PBS &R T. # TR AL IR FHIT. ¥
LR R B T3 A (Blocking) % iR (4 1% EF ¥ aiF), TEEBF 1
iH (R 4 CiTR) AN AEH 424, BEITHE A&, Wh I TAB4
REFLR Ig(1:200 HB YREETERFHEFE 1 LR 4CiER), k0
PBS %t =K, &K 5 54Pid# & F — 4R (primary antibody), H 5 1:250 #
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B B BB BB L E RO R Ig A, HEZTETHE 1 e, ok
FoRvA PBS b=k, &K 5 44, b EBIBB a0 44R, A BCIP/NBT
BHBERTERBAZE 04T, ZEHFRUPBS ik, B LS4
B JR A, F-vA PBS-LBE-— 364 £ 5B ATBLAK, 3 ELA A F R4 T A,
5 SRR TAAEFTHERGERT TEME TAIP F 4 G RE&, EFTAER
HRATEE LEALMNEZEOGRA,
LB S: ik TAIP LB A M E B L FITE
5% 10" A RL &1 &K NIH-3T3 @@feF&H 0.5mg/ml Sulfo-NHS-£ 4%
(Pierce)4§ ImIPBS ¥, E-Fk E30 o4 # TR BAMFLRRE. RALEH
10 #mfe % F 0.5ml Dulbecco #) £ T #) Eagle's 3&4f#&(Life Technologies,
Inc.), EFzkE 10 o4PARb R, #mfevA Iml 49 Dulbecco 49 £ K T 49
Eagle's 3& & t—k, &/ 1ml PBS %HA.
EARITEI AL 5.0 x 107 AN @ IE/ml 64 F B AR ZAF QB4R
4 #| (Roche) # %4 #4 7 8§ 4% #F #& (1 % Triton X-100, 20mM Tris-HCI, pHS.0,
15  160mM NaCl, ImM CaCL)¥ &M 15 2-4F, 1 REMBH MR A 10,000 x g B
10 APIUIE T R, XS FTREMABEFTRE L 4CTHEHAT, AT H#HAT
RFIIE, BAEEMBRIME 500 EEHEEMA G-Sepharose(Amersham
Pharmacia Biotech)# % 30 247 A AR EF R EST G R, FRYBURIE,
B EABRSBRENEFNETHET 5.0x10 Maie)s5FLmAT 10ug
20 TAB4 ¥ % BRIARE i EF R0t 1gG 49% & /T G-Sepharose 20ul 4+
FIRE . £ 4CHTE 4 TS, REPS A 2448 4 3%(0.05 % Triton X-100, 50mM
Tris-HCI, pH8.5, 400mM NaCl, ImM CaCl,, Img/ml 57 & & & )% 29K, B A48
1ok 84 e A 45 A R (250mM NaCl K% 400mM NaCl)se@ k., HFFHeE4T
TAB4 #)%& &1 /fi vk 50ul #5 1 x SDS M owig ik sthl. BMe&Ealt 8%
25 SDS-PAGE #.ik4 & 4443 ZABA AR Z /2 (Millipore) E. ERER L HA
) 5518 3% &4 97 & 4 (Avidin)(PharMingen) 3 47 BE 71 oA 46 3 & KX A (NEM™
Life Science Products) 2 &,k 2 £ ¥ E LG &G,
0B 2 B, 42 RL &1 @M(TAIP'T 4a/ie)F &1 TAB4 5 & ik K ég4t 4
Fe A B EG 0T 24 120kDa, M 4E 3T3 4 (TAIP /e)F M R EZ
30 HAfEEREG, MAAASH S REFLFHEE /R G-Sepharose & 45 B 4L 2 b
120 kDa 89 & & i, X4 R B REA 120 kDa 9% & i & TAB4 £ 044t
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RFFIRA 60 T mfiek &R
FZHAH) 6: KA T el R
AAIARA TAB4 3t T @R XLt B4k A, £ RER A EH
300ug TAB4 R34 R Ig, AF 4 R, PR @A B oA
5 Axwmie, HHE ¥ mibdF vl FACS otk @i,
4T FACS %41, @iF 4Cud 2% 2 B FEEZ 20 247, =K,
BB FRA 6 FACS B ELIRAEH 1 % 10" A8 fe/ml. B — K %5 # FACS
4-#7 7€ (Falcon) F Ae \ 100p] F 4064 it &% & . TAB4 st B A & Ig Mm%
i, o RA B AORE 2pg/ml, T 4CE AR F 30 548, AL A KA 64 FACS
10 BRA—KE, RTANEFRATRE: (DE@EMN 100ul 7K%4) FACS
R, LPSA mit e £I188e R CD3 HAk(2ug/ml). FITC 1BH# 64t &
Ig % PE 1%8£ #4 3 CD8/CD4/CD19/CD11b/3% NK/I-A/I-E/Mac-3 48 (2pg/ml);
Fo ()M B gm feAm N 100ul 7k4 69 FACS &%, % &4 FITC 128 eG € A
Ig. PE 18846945 CD8 AR WAL & £ 18846941 CD4 AR (2ug/ml). # 4T
15 #BABFREE 30547, BE, FEWILAKEE FACS BRHEAK, €
#FEFF 1,000u] 4 FACS &k ¥, 25k BD LSR AKX et (Becton
Dickinson)%*#7 .
EHE 4 R, K TAB4 &6y R4 A fe g mpe(PBL)Y, CD3'T 4@
JOF 4 b AT BB 40 B89 36.7% & £ 4.1 % (& 2). 7 TAB4 & B8 iM% 4w
20 B HMMTHE, KMkl TAB4 £&32e5 A F, CDI'T @fed B T 62
%, ARFAhmIELE TR 50%, CDI9'B @it % 4k B #4384, I TAB4
4L 32 44 )y RIRAF 64 A BR 4m 6 B AR R 3T BB R F AT ULAR 2 6 B AR 4 R KT
8 48% (ALY T 52%). sbsh, AT CD4'T %mfe, FTA H4& CDS”. CD4'CDS’
B CD4CD8T ek B &AH AV, £ F CDI'CD8 4 T sl ZAZ 3|
25 HmR KRS T 64.7%).
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2
J i
x 10° R ALIE EFLRAIg | TA-B4-& ¥ 7 B(%)
P m e % 3% 123 93.3 105 14.6
CD3'T fmfe, 32.8 28.4 12.4 62.2
CD3CD19" 72.2 53.4 72.9 -0.8
CD3NK"* 3.6 2.4 1.80 50
S fa & Ll e,
AL EFARIg | TA-B4-£E ¥ (%)
CD3'T #a /e 36.7 % 36 % 4.1% 88.8%
JE) AR
x 10° A4 22 EFLRAIg | TA-B4-L 3% HR(%)
F M sm e B 2K 94 229 45 52.1
CD4” 9.3 28.4 10.9 -16.6
CD§" 5.2 7.7 3.6 30.3
CD4"CD8" 73.8 182 26 64.7
CD4CD§" 5.6 10.5 4.5 19.3

10

(LRRAMHIBR O Z A FE)
64 7: 3% TAIP 34K A% § 1L-2 3 TNF- o &9 5k

Balb/c «I» R(H-2)REE A1 72 4F 300ug TAB4 T B AR Ig. 2465 7R
S B A EEmIR), HBAREE C LB C3HH- 2K @A
% b )3 ) 3% 5%, 3 R B MR Fx L&, 5FvA ELISA & 7] £ (PharMingen)
MEIL-24F, 0B 5w, HGATBRA)RALEL, kh TAB4 &LE K
8 BA t R TL-2 4 ikikArHl. BR oA mBE P IL-2 5 TNF- a K-F 6,
AxtEEilE TAB4 & B ) Aty hF T L4 S HALARRE.
wext T tape b F R EEH, bR B T4 R MR TAIP k42 TAB4, T

R TFHARAAT T4 REE2G TaRNFHEEEL,
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10

15

20

25

30

G RN AERRE TR/ A LAtk %5 5K,

4] 8: 4% 8 47 TAIP FAK TR B AL 5

8 £ 12 Al ) R(R A AAAFERZ )AL KM LB F%(Acepromazine
meleate)(Fermenta Animal Health Co., Kansas City, MO)#RBE: . & Bk A$HE AT (&
BRABAEF AR 7 R), RMBRKE C5TBL6 Z b R (H2D)HIE K24
500pg TAB4 REAstBIK. KRB, ¥roFLR M X485 4 Balb/c]
Ay R(H-2) e IR S R Bk A5 A ) 2 Sk TR e L 223 49 CSTBL/6 ) B84 Fh
JESHN, BHELK, J RBKIEH 500ug TABA 3 Fl & 3t BIRAK, B85
HBREM DR, HH S0%EMAMIFRARAAHF, BHEDEZHTHL
3B 7(n=8)ATF. ¥ER T TAB4 X B EKTFABABBHMYEFE,

£ 9: TAIP 25 % % PSGL-1

P-it HE 4 F & BeAk-1(PSGL-1), X% CD162, 2 hmi L ikth 1 &
8 P-aFFRAR, LA @ICEE T 6 (Sako et al., 1993, Cell 75: 1179;
Vachino et al., 1995, J. Biol. Chem. 270: 21966; Veldman et al., 1995, J. Biol.
Chem. 270: 16470). TAIP #) £ {4 4o iF 5 £ —RiLtgA 4, ]/ F TAIP
5 PSGL-1 TTReAAaMM e T fbdd, A THARAFIREG XA, #HATT ¥
TR 1)® TAB4 SR 3R A T T 4T & LT 45 6930 PSGL-1 34k
FriR B, Fo 2)M IR F 47 PSGL-1 44k & % 46 7H i% TAB4.

RL & 1 T @A 1.0 x 108 A~ mie/ml 49 smM0 55 B H % 3% G Be ¥ 4)
My 3% F) 44 BB 4 4 & (1 % Triton X-100, 20mM Tris-HCI, pH8.0, 160mM
NaCl, ImM CaCly)¥ £BE— 8, ®REBEIH RN L 10,000x g &< 10
AP, LARBEFTRE A ACTTHRAT. ABETF 5.0x 10" @I EM
M5 F A 10pg 4L PSGL-1 % # %34k (clone 2PHI, PharMingen, San
Diego, CA). % TAIP ¥ & [& 44k, TAB4 Sk A £ £ Rz iF 89 IgG 49 20ul
E G /M G-Sepharose I H, T 4CHTF 4 [ 0B, Akl kEE A %(0.05
% Triton X-100, 50mM Tris-HCL, pH8.5, 400mM NaCl, ImM CaCl,, 1mg/ml
JPaREA)RER, FAFBleY AL AR (250mM K% 400mM NaCl)zt#H
Ko EEHEEGVA 40ul 49 1xSDS #HB P RN, kWG EAL 6%
SDS-PAGE 4~ % 3+ # Z B ST 4 £ 18 £, Z AR PSGL-1 % £, - Fuikat
ATRAGIE, HFATENYEEBERG L ERKR IgG(TH + 24BN F X
J67) (Renaissance, NEN)# 47 & 7%,
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AEAMFAHRLSIT @A 1.0x 108 @mie/ml ¢ EE TAESE
Mg AR AR, MERBY 544573 40 &4 R G-Sepharose L4 20ug
AR 4CTFTHAME . AL PSGL-1 £ WA QPH]) 3B KA 1gG it
ATH R, XA TAB4 3K EF A A5t B F AT R, /G 69 E Mo 1A
5 TAB4 34 PSGL-1 # £ B HR#ATRBILIE. RBIRLEHNT 6%SDS-KA
HBLERIR LB AR A BHERR. 0B 6 BT, 3 PSGL-1 44K
M T @ g4 R TAIP &4 . B, IR TAIP U4 (TAB4) L& IR
RTFRGEGR, T4 Y Western EP % 547 #F 40 5 B 48 3 PSGL-1 AR AT I8
A
10 4| 10: 3 PSGL-1 HMATHELAL T @A T
ATHEZPSGL-1 EAXL T@RATTHFREHAE, sTELAGT @
JRst AT A2 L8, VAR miext PSGL-1 A~ 69 m e B 15 5 AT 88 1
BURTIE), ARk E (PHA) L SR RMA R T et L £ 64 IL-2 4
BARPH—FFH, ZBMBENG T @IE, £IL2 5XBEFRGET
15 A4t PSGL-1 k750 &.
MR BRARKITOAS A e NITERBRE, IRIF @I E R A
Ficoll-Paque Plus(Pharmacia Biotech) % & 4} & fo % A~ 4% 4w f(PBMC). t.4m e
A 1% PHA(Life Technologies, GibcoBRL)i& 4t 48 B, 7-441% e e B #EA 9
MR ERASH EHEA IL-2(5ngmD)ey3E k. H T:4EHRA PSGL-1
20 HARFEFATHRSD, T ERAETTFTLE: (D)W lpgml 6
PSGL-1 #u4k %, KPL-1(BD PharMingen)& 0.5ug/ml &9 X B&A) kdu b & Ig
(Jackson ImmunoResearch Laboratory); (2)#eA 4k Bl & xR & Ig A XL
BA AT R Ig; ROUR A A IR R & Ig. LB, @i
RIEELEZ & V 44R(BD PharMingen)#= PI(Sigma)i#t 474 &, vA FACS 447 #4
25 RFHAT@RYE K.
4o B 8 AT, AR PSGL-1 AR T BKA By, & PSGL-1 K #4913
5, T4 PHA FHHAPBMC(EE A4 T @)t ARKFHAT. £
PSGL-1 Rt egiz fdp b AT M T4k, AEZ KRG 8.5%Ew
EHNRE 24% . T2 A F)4L %4 (isotopic-matched) 8y 3+ BB Ak KA A LI
30 AReG LIRSt LR fmpe R RAEATAE A
SE364) 11: 1% A4 PSGL-1 #h A A kb7 B H SR B AR
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AE e Ay R4 & 7R (NOD) /) R, ——FF 4K LA T 49 B 4k %, 5% 48 Ik 7% 3D
W, BRTARRIRET. AKX 20 B NOD b R4 T4 AR MAELR,
AEBEY, BRPRES 14. 15 F 17 BB S AES 300pg A 6545
PSGL-1 A (TAB)BR M 24, A5 24 F= 26 Al#b & m—RAF H F 8
5 A4, mATBANSTHRENEHER Ig. £ 15 AEE A Medi-Test #) 2
#2 1% 4K (Macherery-Nagel, Germany )& ] # & B )]s S 6 /48, & 4 A0 £
B ZIESF B EAB KT AT 300mg/dl B AR 4B KA
o B 9 P, 5Bk AL, TAB4(3L PSGL-1 34k )4 32 /= 4 8
EARPER . Bkl PSGL-1 AR T4 f & %% T mie ey E M,
10 TR I RMBRAFGEAL.
BALAZTHRERGEAURRE @Y 4R Z A EBE AL H S H
0, RERFRLAGTEH., KRAAGERALE, REREKEEATFT
R AERTEZA,
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