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[0035]

BAAMZEBEAE LTI, Al —X2An., KEHoHA P EESE-b0% Y T
ACFHETZIET, FIUMBEAATIEWINTreg?hhEases, tnadin
HOHNBHITFHND,

[0036]

REHOH AL 2N EE D FALEY R GIMEER S L VRIE I N B A, ALFEEE
LTik, £FHES, A3 VS, BKEEaEDBY, hTHRENTHICHRETH L =
Ehbn, HEKEIITT LYy, CoXAERKETEHET 22010, b mT T e
YR ERREEFoTVwD I EHITE L., Bl id, 73 78, KEBE, 2 URFTILVHE
VI F =R, PO A vy TR SRR ERAELTWD I EHIUT
FLVv, FTLHMAF P VER I REFDREATEIIAVON S,

[0037])

INEREHOHMALES LG EH T A KETL & XOBIRIIEICREsS L D
DOTIX R, WiiF, E—XDiEh, 74, Sk, 2%, S L ERHIFENSL,
[00338]

KA D FiE s Thah~ofE b’ & LTk, A oaAr»LbiadXs e
Bk B+ B E R 2B S, 2T ED EHMAELSELR Y &o THEWIZ T AEE
L AEND S b, BOTALEW 1 gH/2 1pmo 1l ~10mo | o TREHE
THLZENTFF L,

[0039]

COLHIEREN, AEHOTre ¢eBEHEBLCTTr e gl REEIL, L
{TregZfEfZddZLTE%,

AR, BIA TP LAz e % 8 L - fs . SRSt s H oMbt g o - o1 H
Wi, Treg®kELTHodin, BEYFLMETL L, AZEEROLI I, &
ZHER Mo EE AN THRRBI TS L 212, KEHoOBREFEZRAL, 50il
Mk EEEZRTIAONCLTEREZENCETLIARTE, Tregklh: L -mEicdy
BEOREHEREERN LR AR E R MENRLHM LTSI LG D,
[004 0]

AR G EE

AKEHOER T, KEHOVMEAEL L 288 T2, ABHORMAEZHNTTrr e
g R FRICHNAELA SR ETLIET, UTOX ) B TE s,

(004 1]

1) MipaEsth o HERTH % (% 20T, MR Z M LS8 2 EDMEEER D
o Thbbt, Treglld hBEIEANNM S /NG, M E, U YRBR, 54 MbAVE
HEANR G oo gii e b S 42 ML SE T L LN TE D,

2) EIERAEAMET LT s BEEMNICRS T2 2 LT, A% mEeiiEstm kL.
FRICLY, BAGIERGEOREZ ST D I EAEEE 2 Y Sk 2 s FiEEE
BETHENTED,

3) DAL EDERR T F OEEEBE DB W TREIHIRE A L Tnwad 20,
FOMEIREZ R T2 210Xk, PABTROMEDIM ET2 2 EHhTE, BAILBIT
LGB R BT 22D TE D, Hio, REHOMMAIZ, CD4T CD 25
T THINAG EOFBEHMIEA S i Tr e g~ DobZHH L., B E2HBIETE %,
(004 2]

Eitomy, 1) ok, FcEERAQMRE AV THEEAT S sl E
WTHY, 2) ORI, BEL NS E L THFAWTETH 2, FUBREZEICLLE
EEREEEE T DL - BESEOM EAED, 3) OB oW TIZ EARD@EY |, DAKRE
RN R DD LR D,

(004 3]

NS ERLAEIRICOWTIE, REPHORERMTCHA LL-BEe T T o8 TES
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bOTHDN, RFRTNIIHVERTWLER - BHELE DAL D B A AEOMEL
FHEDDLLDTH D,

[0044]

BEARRIC I3, B IR OH A2 MR O MBS LT LA b . Ao
ik z BEAM AL M S e LY EL(Treg2BREdT52LDTES

mO45]

FlZ X, Edo 1) oL ZfiaiimEaen L2 B e LTHEATL85E81E. f0Eiy
ﬁ&fﬁw%ﬂ%$%55®%%%%%?%WK‘ﬂiﬁE%ﬁB%MLt@K%®mﬁ
WIEMLTTregeliLThbIwl, 20 TROMECRMLTH o8
%%%&LT%IWOK%%®H¢®mM%M\%@%Mﬁ%%%ﬂﬁ%ﬁlofﬁﬁb
42D, BEIE. lpg/ ml~b0pg/ mlThHd,

[004 6]

T, BRE LTIRARBEONMAREMTOLIVL, ZOMDF 1 FhA v edifi s
EEER - HHASDETHEHLTH v,

(004 7]

FEHOE#EZ2HRFICAVLIESL, HTHWTY, 2ofloE# AT LD
WEETH N, Pl i, SUBAR & O HP, REMEERETHW SN MIE - M”75
YEDHRANNEETH D,

(004 8]

PLATAH 2 AV D ARBEOEE, PLOTAKNIC LD DAY B IS N TERIC L DA
ADFRNTHZERHIET OO TH LD, BRI L - Tk, BEREST oREHKE
HiabhTLEIZ L b HE 0, 0L 9 %246, ASHoERE2HHTLIZEICEY, &
ERREESEL., MIDPAFIOEESREEabe - MENEIEEFETEDL, Thbb, K
%®E%m;hﬁﬁ%ﬂ®%@%ﬂ%@%L\EKMEEK@E?%%@E%M%@@%
AHIRHET L EDTREE R DD, FOEEDELMET S,

Tz, MASAHOFEE LTk, fli4EHATETH Y., FE20OLDWBEBE XS N,
(004 9]

FRLA2) %3) ORAETHWDES., AEHOPMA L Ml EEER0H 2 WY (#
AE, MDA 2YE) LE2HEGSETHWL LT, S ENALNELSTreg
WEFERICAE S L, PUARCHE S LR et s A T2 WED Tre gllfEAHL. Tr
e g B EMIIBRETLIENTEL, 2OLHIRFERELILIL T, ARORIE
i e i L, s dEL, ffH L TWwABEONMEom EARAF NS,
[0050]

F 7o, AR EIC BT A8 T, Rl ) SRR IIHRIREE & & o 2 DYAFHARE 0 TR
VEEINAMmA) FAWETE AW LD L, KEHOPAERER AT
ZET, FOWBMBEHNEZN LELZEDNTRETH S,

[005 1]

BT 2 MlaEEL LT, LAK (Lymphokine Activated

Killer) #ifg, SRR, NKMREERsRbDLHERHTERTH 2,

[005 2]

TEHOEHEORAR L LTIX, HAAFEICL L LD, BMERATH-TH, A TH -
Th,. BBLF0. 0001 ~30mg k gBEERSTNEIL, CORENCRTH
NiF, FOBRFPIEREZM LI ZEDMETH D,

[005 3]

REHNZ2RG T2 HEE L TR, BIZEEIRN., EX. BT, ) 8@gENEsT2o 2
EHTERD, Fo, WATICHEEREALTO L, AIZIEHEED T - IREmIcEER
SILTIRG T2 HTED, I, MAHEAOHERSSFEALTD &, HIEFNA
FEMEFICERPIFAINAZTRY 77— 7 2R LTRSS T ENTED,
[005 4]
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PSR & L TIE. BENICHRERIE T S0 5 7- 0P AR 4 & ORI RIS
L LEEMORS HENIKRS Lz, BERE MRS 4 (FRKRS) . H20nIEESE
SIS HOMIZERS T2, tvok FEFTRTH D,

[005 5]

Fo, EMBEE LTIE, 28MIIC—FE HERERS LK) BETHNIENROFTFREN
LH2h, FRUACH, BHRPHEHTZ2EREICELET, Sl ERXER B, tuo
o TREG- LT h L v,

(005 6]
BEEEDFFLI320287 o BF-3Z2oMAbhs L XS ) — T
HWH~— % —

FEAOL X2 M) - THRREHA~—- -0 THPTZ,

KEHOLVF 25 M) - THREEA~— 27— dEEB5TFL I 320287 »,57
BF 37 oWAsbhb~v—H—Thd, FLI 320281V Fas MY —THARK
BRI EHTL-80, FLI32028F %ol iiLy=as ) —-THAD<—
H— bk LTHRET S, FLT 3202 80MHE LTI, MBAEADRTF FETHUT F
LW, BREHOv—FH—k,. VFag ) —THIRBEEOZDIZHWS ZEHTE S,
[005 7]

L5 MY — THIRE R 5

ZOMMERT FICEEESTFL] 32028 % X7 BoOMENE bR L WEH &

. AR OPAR L B S, FPEHEE LoREETFFL] 320285 8y
E@%ﬁ%ﬁﬁ?é:tmib\$W%mm¢k Bital¥Fas M) - THRZHRHET S
TENTEZ, MAE, FLT 32028 IEEMICHET DT/ 70— WHEICEE
R ETE S, #A$%®$mm&mut\&%/ﬁﬂ TP E B EESTFL ]
32028¢HEESYE, 7U—HA M A—FETHIETLZIEIZLNVF Yy I HFOL Fa
7%0—T%%%ﬁﬁ?%:&ﬁf%%oK%%@D?i?FU—T%%®ﬁﬁﬁ%M\
Bz FAREAOERE L pEflagkiEl ot HIcB W, REHOERE RS A B M iE
¢®7—ﬁ—%M%L\V$17%U~T%%%ﬁﬁféiﬁ\ﬁ%ﬁ%?&%/ﬁﬁ—
FUVHAADORZRETLRIELZNVEL LD TH D,

[ Hi#1 ]

[005 8]

LUF, £lif %235 FTARHZFMCHP T2, 2720, A CBEans b
DTHRWVWI EEEI FTHLRV,

[005 9]

F il 1

FENTreg (iTreg) v—H—¢LTOHFLI3202 3DHEE
1Treg%ﬁ%ﬁ%k%ﬁbfu%”%@ﬂm%*5t® Tﬁ@ﬁh%%@%%%

Toktt, BZFH T 9232 a VETYKESTFORERLT

[0060]
< ML A EL >

T, EHICHVWL2ETreghUThl, Th2DEB %77
BRI W AEME LTk, Thl. Th2MazHEssBlseiEZts Hni,
ssetEmoMl s LTIEUToEEY TH D,

RPMI1640 (A>»Eruyov#HB) including 10%FBS (EQU
ITECH-BIO, INCH#H®)

25mM HEPES (¥ by #t#)

5X10°°M 2-mercaptoethanol (AvErEY = HEl)
2X10"°M L—glutamine (A€ bad > 3k#)

1X10"°M sodium pyruvate (A bhay o #E)
l1%non—essential amino acids (AryrE€bade  fE)
100U/m!l penicillin/100mg/ml streptomycin
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(¥ ra o s EED
(006 1]

Fo, EEAELLAMMEZLEE (PBMC) OHBEIZEMZLympho pre
p (Axis—Shield Poc AS#H®) WEHEBL., &L (Centrifug
e430¢g, 30min, RT (®LH:KUBOTAL910)) T22&THL,
[006 2]

KIZ, human CD4 multisort kit (Miltenyi Bio
tec GmbH#HE) 2w CD4" THIR., CD 4~ THAZFHE L /-,

FTPBMCICD4~YA 270 - A& sdE, CD4" 0HE. CD4~ HHEIZFT
5o CD4Y DWiZ, CDA45RAE—ANIICD25¥—XEFINERLIETCD4 10
"CD45RAY,. CD4* CD 25" HHE =&,

Thbb, RVF1 779272 ar»5CD4Y CD45RAY (FA—7TH) .
CD4* CD25b"Y 28, 2H 71775273 ar»65CD4Y CDA45RA (AEY
—THiNa) XU CD4* CD 25~ %87,

[006 3]

2T, CD4" CD45RAT IMENH#EESZTTwihWwrH A —7THIIRTS ., #
AROWEIRFMHA (APC) ERGER®LZETTh 1 XETh 2NFEHI T,

RATCD4Y CD 25" DHidTregd LTHEHTZEDT, 7O—F A b A—%
TEFDEB2HRE] soge nHABICHB LA (RNAFEN) ,

[006 4] 20

CD4" CD45RAY AFEIEFT A —7THRASTh 1 XIETh 2~N0FEZITo /&

Thl1XWETh2o#HETIX, APCELTCD4” 79527 avil25ug/ ml®D
<A FwA Yy (FIGHEE TEAR) 2MA T3 7CT3 00MEGS 8- % T4 [H
5’6@ LfCo
[0065]

TOEACLTESNZTh 1. Th2HAPCEHVWTERFNEZFHFEL /-,

+A—7THI (CD4" CD45RAY) 2#Th 1 FEHEMIL. Th 2FEEMRT
g, 2727 %—Th1Xi3Th 2%FEEL 7,

(006 6] 30

Thl:CD4*" CD45RAY THIE (1 X10°%) +APCs (2X10°%) +p
late coatedbug/mlICD3%MA& (2C11: BD77r—3Iyi=rf
#) +54g/ mICD28¥Mk (CD28. 2: BD77r—3IrI=rf#) +54u
g/ mIMIL—4Hfk (MP4—25D2; BD77—3IrY=r##) +2. 5n
g/mlrIL—-—12 (PeproTeck EC LTD#H%#) +10U/mlrIlL
—2 (BD77—3 ¥z 8

FRETh1EHmX:] Immunol. 2002 Aug 5:169 (4) 1138
93—-903. 2ZBLTHFEL L,

[006 7]

Th2: CD4Y" CD45RAT THIIE (1 X10°%) +APCs (2X10°%) + 40
Img/ml thalidomide (¥ - 7VWFUyFHE) +10xg./m]l
PHA (¥~ -7V vFHE) +2ng/mlIL—12¥4& (C&8. 6, BD
Tr—3vV ) +20ng/mlrILlL—4 (BD77— 37 %8 +1
OUm!l rIL-—2

Th2idfmX:Clin Exp Immunol. 1995Feb;99 (2) :1
60—7. 2BHRLTHFEEL I,

[006 8]
<Th1l, 2®O&E>

KW, FELAZTh1l. Th2MWIZPMA, IonomycinddvA by
M ETy, Th1HEFOIFN—yEA, Th2AD I L — 4 EEEMBARETS 50
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ZE THEOMMTSH DL Z b wMR LT,

[006 9]

F¢. Thl, 224 0ng/ml PMA (VY= -7V F)vsfs) , 4n
g/ml Ionomyecin (¥¥<-7TIWFDyFesl) 202 4BMERL -, K
EOBTH 2EMEIC2 M Brefeldin A (7~ 7NVFYvFH#E) 2
jjl]zit'o
[0070]

Fiet, flazmELInt raPrep (Ryr<wy o=y —f8) oL WEE
. EEBALEZ AT o 72,

[007 1]

R FPPE—-IFN—9#ufk (45, 15, "o~y . a— V¥ —f#) RO b
FITC—IL4¥ifk (4D9, v~y - a— ¥ —8) okl riro i

0%, Epics XL (Rwr=ry- -a2—y—f#) clyifllEl, Th 1Ml
TIHIFN—y#, Th2MBTIIIL-—4DPEAEASNTVDEZ EEMHEELL,

(007 2]
<HTrNFrav>
RNAGA®, c DNABARRUTBEET T 527 ra ACfviald

FTH 75 IcHWLEME (CD4 CD25Y THA, CD4Y CD25
T THIAL, Thl, Th2) »RNA%Cell suspended with Is
ogen TRIzol (AOGMETEGR) ZHANT, LT 70 bW TEHE L

[007 3]

MlZ Il sogenlBL., ZOOKRILVAZIARILT v 7 2AZH 72, 1400
Orpm, 15min, 4 C&BETELTEL,

RIGELTEE L EFC2—"70x/—v%EMA, 14000rpm 10min, 4
CEBTRLOTH L, FOESNL Y MIZT0% 27/ —VE&%MA., 14000r pm,
165min, 4CELTEZITVY, XLy F4DEPC wateriZE#Li,
[007 4]

KiZ, Followed to the SMARTTM PCR c¢DNA svyn
thesis kit instruction (BDXNAFH ALy AR 2HNT
 FEE72 hanicih e DNAZENKL 720

FNEFNOMBYIBEELNAZRNADI MIICCDS T I v—% A T)F1 AL,
VIN—=ZA NG AT —EBTcDNAWEESY L, F0OHE5 PCRVI4<w—1
IA, PREAYF—VURYAFG—PloLhyar 2571 2% APCRE¥fFv. FOPCR
EYwmlY, cDNAZEL,

[0075]

Ko, CD4* CD 25" THIRICEENZBEERTTFZHRET L2 BN TRLEDOHZT
TS arkfrol,

MEEHERT2E, UTortBhliasd,

(CD4* CD25* THIHR) — (CD4* CD 25~ THI, Thl, Th2)
[007 6]

7 rsrvavit, a5 2 PCR—%LZ F (TM) c¢DNAYT T2
avEF v AV ANI Vv ay (BDRAAFA LA - 2007 v 7 #E8) 2HWTT
ot TR RINIEIPCT—4LZ b (TM) c¢DNAF T FFZTarFy MR
AN —F a7 VI TiTWY, THICEY Tr e gl XBEICERTLEETE
W B L7z,

[007 7]

P72 iV BONZEETEYX. TV 70—y ARSI Y —THD p
GEM—T Easy VectorilogA4r—2arsLyr—7I1 AL ETEOR
ﬁ”%(;&%bfio
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(007 8]
<=y >

TG ar TEONAEZPCREWE pGEM—-T EASYXZ%— (Prom
ega Corporationft#) 245 —arlL, RKEEEDHL « (HEHH
Y NPT AT A=A Lo FODHS a ®AMP (7 ¥, HHjGELEH) |
X—gal (V< -7TWF)wsadl) | IPTG (¥ 7~ -7NWF)yF#E) 1L
7 aryLB7Lb— NIV, 3TCTC M@ LAE, V- M EICTELOUZ—
DAE, KA ranm—%ENL, T7 794 ~v—LLSP6 79 Av—%fniaoo=
—PCRZfr\wv, AWK 2R LA,

(007 9]

FRPCREYTHLIMIENHAZMicrocon—PCR (S URFHE) oLl
Bl 7tk, FREHRL L TTT7T75A—NIZSP675A~v—52fAnTI—2r V2R
FEin%fro7e PCRE®HIZZIC0Z7r—vHEoN, DNAY—Z =% AnTHEE
EFakE Ly BLASTHY —F 2T THEFZEZFEL o
(008 0]

PS5 ey TELNAZ300 70— 2220w T, BLASTH —F Xty »vo87
BoEEtrFllT22We bW A AE, SOSUI®Human Protein
Reference Database) ks srgeFllahasro—rz#E
WLAEZA302 00— Thol, 3070—I2D2NTY T VT A AP CREBITV,
VX225 N —THRIEMRNA VSRV TCEMICBE LT 25 T2l o8, 8270
— VB AN, FNE 2T DUVEDTHLFL] 320280 FILFALPC
ROFEZMIWRET, FLI320281ZCD4Y CD25~ THME. Th 1M, T
h 28BN, TregllBMIEHLTWALD, Treghv—F—k LTH%E%
DD L,

(008 1]

FLI32028@EETora—=7

BEANEEMY v SRS HHB LAZRNASSHR LA c DNAKWHK 28R L LT
L. “rFLJ32028#EETHRF (Mo Frao&iba FrFTcoesEDEET)
PPCREBIELVMIELZ, 7SA~—0FME, FTHL2HEEODNAFT) ITv— %6
LTHMA L. TR 7 94 v —HERNCB T2 THEIEE, <25 —@ATE-00HE
MEYA FoEFHin dIII (FLJ32028 F) RUXba I (FLT3
2028 R) &xd,

759 4<v—FLJ]32028 F: 5 —AATAAGCTTGCCACCATGC
AGGCTCCCCGCGCAGCCCTAGTCTTCGCCCTGGTG—3"

79 4<%—FLJ]32028 R: 5 —CCATCTAGATTAGGATTCA
CTGTCACTTGGGTTGTGATTTG-3"

PCRIZ,. KOD plus DNA polymerase (TOYOBOH#HE) %
HAwv, 94 CT2HMENLE, 94CTIEH, 55CT30®, 6 8CT30HE 1
FAZWE LT3N A7V REEERESTIT- 7o IR P C RE TR
EESNZDNAWHA%Z 1. 5% 7 H I —AX NVERKKENC X W48, W H LT, HEEE
FHin dIIIRCXba IMHELA, FHE, 79233 FX2%—pRc/CM
V(lnvitrogenft#) 2HMEEALEL, Hin dIIIRFXba I
W DNAWHZFAL, pRc/CMV—FLJ320238%7,

[008 2]

FHiHl 2
FLI32028WxTaC/ 70— FIUnEOER 4 7)) F—<D{EE

FLJ]320280BEFHN (FHigz Frabfibs FrEcosBEoils @ iy E
DEANFZ 1ICHTL, 1FHLL55 2FHETOERT) 28 /oA EYREHA
77— flht, BELECETEERYDRFT LB ICHRERICESHINL &9 B
WOoWTHREERANICNAAY —HECHOMIBEHWTRIE L Thbb, BELL
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HIZFEEY %5 C HOMMIIE — BHIEHEA L7,

[008 3]

ZoEAL7ZCHOMMZCO, f¥FaxX—2 122 4 BMERLT, 7041 2
F)— (FCM) #TICH WAz,

FCMBMT 28, LB ABETICNNMLTWwSE Y ZICH T4 LTMy ¢ %
HizFEA L ARMRAA > TWREREEIZNA, 3 0 0MEELAL, 0%, ¥ 7
AR FLAOIC B T o HOBEERE L Ao SRR R BRI L. 30 pMBEL TS FCM
TSR Lz, ASEHTEBE L -EZTEEY SHRETICHEHELTHD Z 2L
o
[0084]

Ko, FEREETEAEYARBal b ew A, M6~ 8EE6 IIcK LTz T4
AwTEAL, #2~3 7 HFAET L,

FOWk, BELZEYWIVRELLZME., T4b5 R0 70— S UHAEOMITIC, &k
FLI32028@ZFsEALLLEEZCHOMIE v,

Thbb, ¥ 7%21372vv8/FLT32028HEEYZCHOMIMII—AMEIIHE
AL EALZCHOMNEZCO, 4 vrFa—4#122 4 BEE LT, FCMERICH
Wiz,

[0085]

FCM@EWd 28, LiloE T CREEy L WL L IE (FY 70— 3
K) Zvv8/FLJ32028BALAEEMIWAA> TWDERERIIMA, 3090
MEHE L 2o £0%., REEMoRE sy a7 ) v 2RISR T 28 BER LA 2R
FAEBRIRML, 3 09 MEELTH5F CMBITICEH L.

[0086]

“rFLT 3202 8#ETFEAMPBEZIRTIBVERENAZEE LT 28HE R
L., EREHEEZRYHLSP2 /0% AT o— v/l FRFR4Xx 107, 1X
10 T 2% KR)TF Ly ZY)a—WIldhEaLli, BENLS7~10H#ZEB, N1
) F—<iilatkods b, EFFL] 320280V EEERRTLE 70— Ui
KT A7) F—<labk% BT 2 TFRELT, 70— A4 4 )= (FC
M) 2w, BFrFLJT32028#@EF2EALAZCHOMME AV, vv8 /FL]J
3202 8EYWECHOMMMIZI—MMREHEALL (FF VA7) o BALALH
AHRECO, A yFa—Fi22 4 BMEERL T, FCMMBITIZHW,

(008 7]

FCMBHT 2B, BN 7) F—<0iE#LEo—#%vv8/FL]32028:%
AU 7ZEE S8BT A » TV A EIBHITINA . 3 0 0HEE L, F0k, v 7 ADRE
T v R REC R T L AORERR L RUAR BRI L, 3 0HEEEL T
HF CMEITICHER L7,

[00838]

FOMRE,FLFL] 3202 8k EETEZNA 7Y F—=%21lr0— 2, 2O
NAT) R—<%Mouse—Mouse hybridoma FLJ32028—4
1 &k Ly MrATBOE AEE RS EI R BrAEYEtty 7 — (BAETRRBED
CIETHRITH I&HH#M ] FRE6) I, P2 0F3H 6 HICEWNERL LA (ZEES
FERM P—21522), F/4, P2 1E2A26HIZTF A MEHIZEATLH
BEEAABE L (ZEEFESFERM ABP—11100)

[008 9]

HeFFLI32028HMAERPEETENAT) PRI RKEEEE LT,
LA T F=<flil2 X —Fw2 A1 LH7-01X10° ~1X107 ONA T
F— v ZREENIC S Lo NA 7Y F=vOMHic Ly, X — F~7 2Z0JERENIIZ
NEAAHFEE T2, JEAZEIINL, GE#®PProtein G Sepharoseiffl
AR RE LA 7 ATEKREYVEMEDA A, 707 ) Y EEILL /2o LiRORENT X
SO LEs ra— AR VT, i L7,
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(009 0]
F i #1 3
THAAEORER - USAAENFL 13202 8%WHT5 2L OWEE

FHH 2 THAZFL]32028%2— FTa2EEFEHAN, 7943 F (pRC—c
mvaRZ¥y—, AT R KEFL]320280Ff%2— FNTA8EMRTF%
A RATZEB A7 %~ (pRC—FLJ32028) 4ug#5%x10°f@MaoCHOM
Mz hs A7 22 ay e, BAMIZIE, DNAT9 A3 Fdugklipofec
toamine2000 (AYEraTom#) 101 EESL. CHOMAB~EM
Lo, 4Bith, BEh2acH L 2 4 ~ 4 SBFMAZRICC HOMAZHILLFA C SHIFL A&

[009 1]

FRNF VAT F Y FEERAI2TEONAEFL]I 32028070 F—< ki
100 LEHIY AT gGl 2up | LERHA3ELbDE4TCTREEE, FACS
f%@ﬁﬁ%%ﬁttoit\mﬁkbf\FLIBZOZ8&M%%%&9Vﬁ?%Z
— FFTLHDNATVIAIF (mock) #ZCHOMMWHMARAL T YA 727 % v b
FEFEEFEAIY AL g Gl ERNIGEE, FORMICOWTHFAC SENET- 72
o M2 FDREREZRT,

[009 2]

P2IFIFL] 32028 F9 A7 2% RUMock VGV AT T ME,
MFL]I 32028kt 2RTFACSIBIFO S S 7ThD, M2ICINIEFE, F
L]32028 7 A7x2% e, ERRERIITHONALEFESRL LTS S
EDTRENT WD, ZNIZEY, BEWAENFLI 3202 8%FdTa0M4EThare
DR ENTz,

[0009 3]

% i 71 4
MENEE VAT re gD EBIUERELLEEZOME Gifk+< 72y PE-XT

] FRNES,
FEHOMAAKIC L2 Tr e g ERWREETARL -0, MHDOT r e g 2 KBHOI AR
AT E LTHiEEE T, 2oMIRMEMoREEZHAIE L,
[009 4]
< Mha, o E >
RECH WA R MBI, ESREEARERC, BEAFF—2530~50ml~
2 VRN EITV., &E %RPMIl640%ﬂk%ﬁLt%\Lymphopre
pWEBL, &856121500rpm. BERTELLTPBMC%2E 74,
[0095]
<IRE — X DfpE >
RTE2HMA - AL LT, ZRFEFEMEE—-AM4 5 0 RO P VERRHEAE —
AM450 (FAFNE=AMA 5 0E Xy, RUEFAFIVE—-ZAM4 50 bbb
D7 AR 2RV, ABEHOPER ChBHOPEE G Y -2 LT, UTo6fEED
PG — X 2R L, T RF L b 2L H A EIL., iAo E Iz L -
THBILECTIHAE - ADPELRL - OTH D,
[0096]
ToRF HENE ALz P —N ] g
FYWEEM bz b= g G
LRFEEMILINC D 2 5 HEk (
NOVEREMALIIC D 2 4R (1
TORFVEEMALIIF L] 320 2
NOVEIEMALBIFL T 3202 8
(009 7]
RS Y - AR FEE LT, FE-A2Xx 107 oy ra—, #1C
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D25XIXFL] 3202835 0ug%. 37C, 2HHMOEBTRAL., H6¢
— X% B,

[009 8]
<Tr e glEEEDOFN >

FEOBOERL-EC-ZXEHWT, TEO@EYWRITET -7,

LEEERIL - B K DB EAPBMC30~50ml %75 cm’® 79 AT (A3
ToE) T, 37C. 2HMOEB TR L. FICHEIKHRG EoMFEMAREEY kv
o

FRoBEYEE LAZPBMCR2EFE L LERCERL6EEO Y - A Lot A
ImlZFF T, FNFRICE-XE50 . 1 TORAEL, 4 THREEILBENTI 05HM
WEFTA V& 2=+ Ly,

[009 9]

DWT, FNEFNOREBED S 7 A IV FEARA L VAR — X —HEEA R
EHELMREREEL, Bo2PBMCEFNFNIZOWTHCD SHATHML, & 5
D ats (WST—1) & aMmEille T -7,

ZOWS T— 1#llix, EEMBRT 2T ciEEY S 53 oy FUTHho a7 BIETF
LS AT EICL o TWS T— 1RV F v aE~NGRINL 0. Fo6E
ALY, MR ENET LD TH D,

[0100]

FRE-XBEIEDLY, 2~3HHEMCD 3H#HZRITAZPBMC 2004 1 1CW
ST—=1%210ux lHEMNE, 30THEBLTIOSHMELLS 0 nmOEBEZHEL
770

B3 AHEDHFEA T T, MI3WRTEEY, MLHE, oV b —LERELT, F
LI32028HAETTreghhEdalticky, MIBMEI NGB INRE 2 EAURE
nize
[0101]
<N B BT S >

/o, U ABEBEOPBMC 2 AWT, HYAMAB i 2 MR =350 & CHIBAA 1
FN_'}/@%%%%%’:*Ebf:O

FEHALEEEEI OV, PAMIEKTHBKE 6225y -7y ELT, #—7
v bl EEEMAE=1 D 108G TRAL, FOEEGME AL,

K56 2fiatk (ATCCLVWEEA) *DMEMEM (GIBCO#®E) TH®EL, 3
~4 HB EICHEER L A
[010 2]

NSO LARPMI 164 05# (GIBCO#ME) 2EEL. Calc
el n—AM (DOJINDO#E, 10mg/m!l) 1l l%&MAAiE, 37CT40
SEBE L, FOHB, L7277 —HWTHEPBMCE ] 1 0HETESEL (96
wel |l 7b—h (A3 /8  mEEE1IL0px]l, 2X10* ), 5%CO, T
TETF37CTARBMNERIE, 4BHEZ, 79 A% 2 VIO ) MBEEEELZHEL 2

[0103]

FHIBN I FN— y &IV TIE, FHPBMC 283 HZICHIZL, PMA
(40ng/ml. y7~#HE) RFionomycin (dpug/ /ml. v7<1H)
T4 BB ER Lo SHSOMILC B2 CD 4 XIXCD 8 BIMIsic > »T I F N -
Yy HEERF AC SEAT L2,

[0104)]

INHHMEDH R X4, 5ITHRT,

B4 lie— ABpEZoLMpficB T2 MpEEE e RT 77 7Thd, HIZRT &
B, MEEEEE. REFHoAEZHEES LA - AT L 2l —-F s nigti R
L7726
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B (ZZMIBFED IFN—y BEEDOEIEFRT VT 7 ThdH, ZOMTH, REHDHL
e L - AT LB —FEWELAREZRL TV,

[0105]

Plbody, ZEHOMAETUIELLZ (Tregkhd L) V) roNERiEZ, Z2oHjEs
bMEL, SHKFOWEDMETE ZEARENT,

[0106])

F i 1 5
WEEHLR 2 BEsR i SR L Tl R B L - B S 0% F

FKIZ, REHOHAAZ M BE CRHEAI L LT, FOREEMRHEERT
$H5TreghldL, MBBELHEBICIHEDN DL 089 D20 TN,
[0107]

<FLJ 3202 8HMAEEnEMELLEGORE>

FT. ARBCH W PR B RASICEMML L 2.

HIFLT 3202 8HMARU, 247172 ra—LELTI gGlZHNE,

FT, 96we |l | 7= (A3 B 2, MV AYF I gGRY 70—
PES g/ ml (7<%) (PBS) AN, 37T T2HMENT, BEHLLA.
(ZoI Ly, RCEMIET 23BA oMo fliz E\FL 2 TE 5400, &1
b )R T WHEREREL I EDTEEIL RS, )

[0108]

DOWT, MCD 3L Blgtvvro—rv, yrery7y—<f#) | RCWMFL]J
32028%ufk, 22— 1gG1l, G I TRMAEZZENENEHNII5 g/ m |
To @AY 70— FUHEREME L 7L — MICAREME L (37T, 2 B,
COZ/f‘/frr:Lf\“—&Ii]) )

[01009]

BAL L 22 & AR EEAFF—L hE2-2PBMC (FEIX LROEHR & ERE) 3 X
10" AL, 37C. CO, A v Fax—FT3HMEBRBICWST—1 10xl
RHENE. 300RCYOGHRELLSODOBIEEZHIE L,

[0110]

<FLJ32028HMEELEMIBNLZESORE>

FEEALEERF R, Hiv oy A7 K ) 20— S WH R FER ARSI B L 22,

ZOEY 70— WHAEEREHLL BRI, HICD 3HMAERUMELT 320 2 8#t
fk, 2y 0—-n1gGl,. #NEFN5ug/ml%, 10%FCS RPMI1640
BRI FEEIC AN, EICPBMC 2X 10 HEWS T — 1% FitEAAILERES & [HkE
WEIML, 300 RCIODHELZSODENELZE L2,

Pl bR RE2 K6 12RT,

[0111]

IR TEBYEMELABETOERAINLAEETL., 2 b o— ki b
VARHOHME BLFLJT 320288 &y, MREEOESVAIYEE, T4bb
NG HIR AR ST Vd 2 RS,

[0112]

% i 71 6

i Trego#Ejl (Bl #ER)

K, TregTh, BHIPAMBELITREELTWL EEZLNTWLFHFER T e
g (iTreg) WBILEAEHOMEOHMEEZRL-D, 3T iTregtbPfF+2
e L,

[011 3]

FLCD 3Ptk (A vy 27u—r, bug/ml) RUNCD 2 8¥ifk (BD 77 —3 ~
VevHB, Sueg/ml) F24wel | FL—F (A3 0 UHE) WEMALZ, XK
2. LEREME & AR, EEASSRMLL, F2ABMACSE—-XEHWTCD4"Y
CD25  HipZarnMLZ (nTreg (CD4" CD 257 MR o)
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[0114)]

COESOTHIE (CD4Y CD 257 THIMR) 5X10° filz RRCREARMGALE LA 2
dwel | 7b— MICBEEERITo 12,

BHoOMEZ. 10%9FCS RMPI16408#c, rIL—-2 (60U/ml)
.1 IL—9(42U0/ml) . rIL—-15(lng/ml). rTGF—p1 (32

I
/ml) HIL—128& (20ug/ml1) \ FLIFN—y ¥k (1 0xg/ml
EMAZODEMEHE L, B3 I, ERREME 7L -t ofilazoBEL. FT
Bl c BEEAWTESBIZ3~4 OB L 4,

0115])

RO TR RAE LT 66 ~7 HEOMIBZEIZ L, Z oM ER Z2IE
LTI320288ETHel, Mg 1%/ 39k VATLT e FEEUPB STREZEL.
TRV EREDREEEANLE L, MFoxP3HME1 04 LE4TT3 00K SE,
FORBMMEF AC SICTHEITL 720
[0116]

ZORMERETB TR T, BIKRTEND, Tregv—7—¢ELTRLVAHEZEZD
NTWwEHFoxP30BEMHESICIIFL] 3202 803EEAMSREDENL, ZThIZL), &
DFL]32028MEs%2 i TregtfiL, FokoiffwicdnwTiTregt
LTENLT, Hna kL,

[0117]

FE % 7
BoN2iTregbtAEHOWAALZHWTERER{To 2 BEOESYE

FREHEAEICTEN LI TregdAREHOH R, FLFL] 3202
T, 79 (R) Uy BfoRE&EE (MLR) 21ro/,

REEBICHOAY) Y NBIEIHLAYA VORG24 OEEANLVEL, i Treg
REHELA) L SERRME L —EEALS Y Y REKERFHRL (F+—AY Y 8EkET 2
) . CFSET L7, CFSEIZMAIRA 1 RBEHET L2000 FoHE D 20 L
TWHEE2E 2, COCFSESNLY YSERICHLAY A PR LY w88 (F+
—BYUYSEETL) EMMC (A bvA T y) 8 (30pxg/ml, 37T, 30
Y LTy RFPE—AYYARER: FF—BUY v Ek=1: 10%&THRSELZ (MLR) o
[011 8]

CHOTEMLRIEBAWT, iTreghiTreg: Fr—AUYSE=1:1, Xi
1:100EE&TESL., REMBE2X10° 248we | | 7L—F (Z30 38
) KX, iTregM7 v bA ZiTolk, OB, oV rua—]1 gG 1HMAXIE
MFLI 32028tk 2 g/ mIdEML., & LTI10%FCSRPMI 1640
EHEHW, 37C. 4 HHERETIT-> 4,

[0119]

Begg 4 HIRC B8 MM Z Iz L., CFSES XNV LAY SEopEAE* FACSHE
*ﬁbfio

Bl IAREB O REZRT, IR THEY ., ABPHOPEZ RN L TERET2Z 210 L
D, 2 FE— TR I TV FP—AY Yo MaMEsmE L Twsd 2 Ehs
bhhoiz,

[0120]

% i 1 8
iTre giFBRICHFLT 3202 SMAZRMLTEEELLEBOF o x P 305EHE

8 Pifk %z H

& T F oIt E~ D #E

HEARMLZITO, ERlF6 EMBECMACSE—X2AWTCD4Y CD 25 TH
Bz B L. MR 61 EdkoBEd (RPMI1640, 10%FCS, rIL—2,
rIL—9,. rIL—15, rTGF—p 1. #LIL—12#M4 MIFN-—y#HE %
AWT, 1X10°MECD4" CD25” THIMRZI#L, iTregh#HE LA, F0O
B, (1) 2 r0—nI1gG1l (50ug/ml) . (2)#MFL] 32028 (
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lpg/ml) . (3)HFLI32028%ifk (10pg/ml). (4) $FLT 3
20284k (50pug/ml) LRI HAEERMLUA4EGTHELL, THHE
AR EIZ L., 77— A A —FICLoTCD25/FoxP 3n&HE2HE L.
Fo, MUEEAPGHELZPBMC s 226HCD 34ME, r IL—2%2AWnTHFEEL
72CD3—LAKMRE, U937%#B{Es8¥7~PBMC s #FNFNL 7 =7 ¥ —#llE
LT, U933 7%EMMMELT, 27277 —HlR:U9037=1:1Xi*10:1
L LR L, MREEEETHE L, FOBE, Ao TcE s (1)
B (4) DiTregr 777 —flunl /1 00H&Ezs LB ML, =7
=7 ¥ — Mo MIREGEREEICH L. (1) 56 (4) oML 3 hB8EE2RTH
7&”% LfCo

[0121]
FREFNOHEREEZHI, M1 0WRT, 20+ 0—NLI gGlENEDF o x P 38H
MEERZ 1L T2, FLFL] 3202 SHuEHRNFEDOF o x P 35EHME L, VLol
WD LTV () o 2O EBAEHOHMAIZICD4Y CD 257 THk
261 Tre g~ OpLZIRT 23850522 PPN ER S, T2, 2V PU—
VI gGlZRMLTERLA I Tr e gldPBMC s OGS % 16 LT 7-h8
CHIFLT 3202 8HMAZRAmMLTES#LAI Tr e g TIXIINA I NTEY, £
OEHIFHMFL T 3202 SHMABREIKELTY, 2ol &hb, RBHOHMAIL i
TregoofbZif L, REfREE2ERTEL ZEPHENER o,
[0122]
FE %9

i Treg@FERICHFLT 3202 8HfA%RNILZEOMIBGEEIEE~D R
LB 6 L FEMICEFEAOCDAY CD257 THIRAS i TreghHELL, 0
#%., (1) avra—NI1gGl (50ug/ml) . (2)#HFLJT32028HMA (
lpueg/ml) . (3)#MFLI32028%4itfk (10pug/ml). (4)#FLT3
20284k (50pg/ml) LadEHTHMAEZRIMLA 4 %&4T2 HME®ELL,
FCEFEAR+—®PBMCs#bCD3—LAKZ#FEL, U9 37 2fEaykilint LT
LCD3—LAK:U937=1:134%10: 1¢&%4sdy 3l . MG SEHT
PHE LA EOBE., WA LA &FORETCHONAL I TregkenenCD3—-1L
ARDL /1 00HEHETHRMLZ. #2117 T, FoFIbEEFAESAT, I T
re ghFEBIIFL] 32028 HMAERMLTS. i Tr e g DRIBIHIEEIZIZE
B WI EATRIE I N,

(012 3]
FEHB 10
A ET Y AERHWAHEL ] 3202 8o aElcr 50

A E~Y A (NOD/SCID) dT. BAMRIIHEEEY., NKHMRIEETLH
ZOBRENFEbNTNnEY T AThHL, REAEYAICEFEAHFKE2ZX1 0T A P
BMC s #FEIENIES L, 2O 7THRZRIZIX 10 HMoOU9I 3 7TH#ETEBIELAZ. Mg~
A RPAEEEIRES T HE, BICEL W UTo 2B (H#ELID

(1) U933 7#H#E2, 4, 6, SHEWK 2= I1gG1l (50pug/ml)
wEIRIEST LA B

(2) U937HIE#2, 4. 6. SHHIWHFLI 320284/ (50xg/ml
) B EREREST L AR
U9 37oEEHEZHIET2E. (2) @2, 4, 6, SHHIHFLT 320 28
s LB b EEAESIIN SN T iz, 20T & 25 REHOMMAITEPC R
B L2ZBE, BRI T2 e HE LT o ko

(2% b oo R H T HE4:)

(0124)]

DIESHB L&, REHOHMAIIFER Treg (i Treg) =HRCERT
LZEVWIEMERET L, Bk, Ao AL, FEM L a5 M) — T ML |75
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BALFEML FoT M) —THRANOGLZHET LI ENTEDL, 2O L) R
A LT, ABHOIMAIL, DA ETEL T2 REITIREEZ DR L (BT 2
Stk ARCARICAVL D EDTED,
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OO et e
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2 RSO TR 4; EMETR2EM
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MFLI32028F K + 1< 9 R1gG-PE

BiREEA NS LA OV O— LR 2 —
BOEEANT S L FLIZ2028FIR A9 45—
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