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[0084]  (a) FE—AH, MO AL G H RN E—PUABIUEA G 455 5 ks
SRR —URBIUR L A AR N TgGIF B2 AR TR B frodd s A

[0085]  (b) 88 2545, o A 45 G 88 — DU R 88 Bk Bk 4 & W01 58 =Bk

[0086]  Fr i sk 5 S K L 3% A0 48 FH T8 AR e 18 v (LR AR SC A FF I 5375 I Bt il -
PG FHTAE AR SCA FF BRI J7 12 RE 75 B 4 ..

[0087] a7 i Pl A0 45 58 —BEAR AR, o A RO BOEROR

[0088]  EE—HuAd . B BRI EE = Hudk Gk A G WiEk s (LD -J775F e Lo
[0089] 55 —7R B ANEE 528 T LUE A F TR NPT AT 28 8%, 1 W/ MR BCR L4 B
BT DL AR T

[0090] DA ={E B ] e 5 e A e of A 2 BH () i B

LT 5

[0091]  SEJfafl1 4 FH AN b TACHE ¥ Basy Sep ™ 12 R BH 1k 14

[0092] AT PETHIN (Treg) B HIRAE A RIS & 7K1 40 i 3% [ CD25 1 CD3+CD4+T4H Y
(Human CD25+CD4+T regulatory T cells suppress naive and memory T cell
proliferation and can be expanded in vitro without loss of function. (2001) .MK
Levings,R Sangregorio,MG Roncarolo.The Journal of Experimental Medicine 193:
11,1295-1302) oy J ZiftTreg , WA HM & ML H F) ¢ 5T 40 LT A v 73 159 3 dk v 7K ~F-CD 25
G ML o G 2 T P 4 L 8 R AT OGS L 25 S BB AR R E AT AN R SR A A A S DL SH i it
il P o 2 2 B S PR AR 0 7 2% o A P TACHRI R Pk SR () Bas y Sep ™ 41 Jfd 43 18 i R 7T DA
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T MG JE 554 40 . (PBMC) B 7 S5 VR & 40 Hh A 10 3 P PR R e 36 A CD25+4H i o 328 /=1 7K
£/ 2% 17 CD 25 [ PBMC Y — 543 ] LA {3 FEH M 4 %% 3 (Rl FFOXP3 %5 58 N Treg s T etk 457K
SF- P 241 A 2 T CD25 F 21 0 7] DA S AS IS FOXP3 A AE Treg VR &4 , 1 A00AZ T4 i B 55 T 384
T I T4

[0093] &7 MAPBMCH 43 B8 Treg , Easy Sep "t i P FH PR 41 i 43 B9 8 FAE NN 5 7 #0hR 41
LA 1) 4 R S VR 2 T LA M T ¥ Al 46 1) TACER 18 P A 28 F T ot (4] 7 S0 b 4 i T A 3
T T L D e TACK 77725

[0094]  APBMCHH A A ML) Ficoll® %5 FE#R E 73 B B HH HIPBS+2 % fif 4= i (FBS) +1mMZ, —
RV 7, B (EDTA) Pe 45180 (1 40 B 2 88 AR ok il 2% o K5 PBMC LA 1x 100%™ 41 g /mlL 52 5 F-PBS+
2% FBS+1mMEDTAH .

[0095] X ACD25FNPEGE A 45 5 M TACHH A ZE MR IR R 22 v R 7K (PBS) (pH 7.4) A A1
1: 288 JREC I3 ACD25 (/N TG, 10ug/mL) HiPEG (MR TG, 10ug/mL) BL JZF (ab’ ) 2470/
B 1gG1 CKBR IgG1,13.6ug/mL) AIHT ACD32 (IR 1gG2a, 20ug/mL) (I IRA H2 AR T7 72K il 4%
BHRIR GWAESTCI S £ /030040 ik 16-24/ N}, 3F7E2-8°C Rk 47, EL B I, fun
Peter M.Lansdorpf]ZEE & H'54,868, 1094 . X T4 - TACT 2 , fill £ P Bl 4 FE I 371
IRE W RA M 53 AR AEPBS pHT . 470 A3 A CD25 (10ug/mL) FLPEG (10ug/mL) FIHTA
CD32 (20ug/mL) 3k il % o VR & W4 43 B2 4EPBS pHT7. 4 13, 6ug/mLIIF (ab’ ) 230/ 161
K il £ o R & PR PP PRI A4, FFAE2-8°C Mg A7 EL BT A

[0096]  of F-hriE (K TACAH ML bR T 1K) 7 ¥, 45 TR K BUCD25 TACHE = 4 N NN B 1x10°4
PBMC/mLyR 29 HF 573 8 LA 7o VF T A 1 TAC 41 g 3 1T #E bR &5 A o T B TACHH $rUA4 ) 55
R BEH0 . bug/mLITCD25.0 . 5ug/mLITPEG.0.68ug/mL F (ab’ ) 2470 /N 1gG 1o HLCD324 044 (1)
B AR T A Tug /mL o SLCD 325U AA TR Wi i fd 5 RIACD32 AU LI Fe 32 i N 45 6 o

[0097] X T-40 e - TACAN f bR 10 77 V2%, 1o Bt 4 WK X N0 . Sug /mLHTCD25 (cT:M-A251)
0.5ug/mLFTPEG (cT:3F12-1) Fllug/mLITLCD32 (cT: TV3) WIVR &M 7 A7E = T AR
1x10%ANPBMC/mLL I L ¥ 543 DA o VR FLCD25mAb 5 41 i 26 T #EAR 45 & - HUPEGHUAA AL T B
W R RS ALS A 2 5, IR IEN0.68ug/mLIAF (ab’ ) 251/N 1gG 1mAb
(c1:P9) , HAEZIE NI &5 Bl

[0098]  FETACKRIC AR Ji ,FasySep 4 M 4 5 5 5 v 1 i 8225 S AR I 10 o 75 N B v
TACER 41 M - TACTE il R 2 ) » BAS0uL /mL I AEasySep " 7] B¢ RapidSpheres™-502003F
W E b4 A B 2 S5 I KL HIPBS+2 % FBS+1mM EDTAM B 3 B T-EasySep Witk 54
B AERETEY B )5 FEARAR G A BN b R R R R B PR R T
PBS+2% FBS+1mM EDTAHY, FF HEAT = IR F3 7RI 64 B R G T e 6k o £ BN B 2 e WOR 4
Hi A5 FEE X CD3  CDARICD25 470 44 388 3ok 7t 2t e AR BEAT 37 o

[0099] 4

[0100] Y08 AH [F) < B2 1 44 FH T TACH JE B , S5 TACHI ARtk 77 (CD25 MFI=1217+/~
161) AHEL {3 A |5 VR TACTE 1 BB A% 73 19 338 2 2% =i /K P CD25 (CD25 MFT=2339
+/-332) K4 (B o B bRAET-CD3+CDA+THN ML I 26 & Cof T At 5 v At i B 7532293 531 M
81.9%+/-1.2%M77.8%+/~4.0%) FlEACD25+4H 2 AH 24 () Cof-T- At 77 v A i, b 7 v
43 H1998.0%+/-0.6% F199.0%+/-0.4%) o ME— 112 MIAET , 408 ETACIE T VAT %
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I = KT CD25 1) 41 M 9 73 25, s 3t Al B AR VAl e e G B A i Bk e 1
By s FE T EAG 1 -

[0101] 7R b 75 VA B4 TACTE Bl 7 VA CD25+ 4l 3R 4T FH PRI B 2 J5 , i i se
LRI 0201402901 2A 19 FTIA [ Easy Sep "B U2 VUM 4315 14 41 i Hh R 30 REG 1k R
bt i 1 FiEasy Sep™ A CDA+T 4T B P32 3 771 S 0 SR 25 R M SR 6 40 B ECDA+ T4 AR
FEAECDA+TA AL /R 2 ), d R G €A, CD4 . CD25 R4 i P FOXP3 i 1k 37 2 4H A A SR 1At &40 i )
Tregi & , iR 41 fid PIFOXP3 N Treghs i E R AL 4 S R+ IF HH R IA 5 CD25 R 1A 28 PEAH
Ko

[0102] 544 TACIHI AR 7 iZ: (58.2%+/-3.8%) MHEL , 4 F4m i b CD25TACTE 1 2243
AN S8 T B R s K Tregi [ (80.9%+/-2.0%) , Wi & CD4 . CD25FIFOXP3 BT V-1t )
(E12) o 3% P i 43 B9 7 1 22 ) () M — 22 31| J& CD 25 TACTE R M 4B MR bR A0 72, e S 3 & Treg
afi B RS B A N TRV R38N . 5 B T2 25 20 M B A %) B v 2 5 v T 1 48 e ETAC
J7i% (37.4%+/-4.8%) AL , f FHFRHE T VK Treg i 28 BH 57 (66.2%+/-7.8%) o

[0103] &% B Arid , iXiE B 1 408 B TACIE s n] DA AL T F T S R I8 = /K F-CD25 ) A
A PR T M) I TR B TACH AL A3 o 3X 7325 AT DA A e A B AR B R AN (] e 1k 7K
[ S

[0104]  SEjEfsl2 . {3 FH 20 _E TACHE Bt Easy Sep " 9 2 M ik £ 3% %

[0105]  #EBasySep ™ PHELETE - , BT 75 41 i FH 6T 45 o 40 B 28 T 470 L A s S PR 1K B —TAC
PRI, H 5 RIR I RPRC/ A IHEE R 400 5 FF o 7R B I B, 2 B[R SR 2 1 AN HE 22 1 2
MR bR IC I 65, 3X 75 B0 22 Fh 4 26 i o Js BoA o S PR TACH) SE & 2RI A1) BT 2
SEIG VAL DAL B 40 e B TACTE i) sz i , e AT A BT 76 F - TEasy Sep "o B R R BF 3%
PRI 5 BUR A Y AR e 2SR 4H A .

[0106]  FEASLjE %1 4 , APBMCH 4= AL Ficoll® % &4 5 43 55 5 F HIPBS+2 % FBS+1mM
EDTABE I 1) 43 B AR KE 5k 1] 46 o PBMCLAS X 10“ AN 41 Bl /mL 6 2 T-PBS+2 % FBS+1mM EDTAH .
b5 FH T BH PR e R ) 4 e B TACTT V2228, 1l 28 T Bh 43 I AR TR 50 o VR B W0 28 43 A FH A S5
X ¥ T BT 75 40 P T A £ 40 e 3% 1D A A A 10 4L A I B4R DL R R Basy Sep A S
RapidSpheres™-50103 (%37 M UL K45, Bk 40 o 2 i br 4 .55 : CD2.CD3.CDA4,
CD8.CD14.CD16.CD19.CD36.CD43.CD56.,CD66b.CD123. v /8TCRHLA-DR. LY 45 2 (A . 45y
B SIEA WA B S B BRI Z AT (ab’ ) 2470 /N R TG 1ok fill & o B il 4% 5 B
KIREY, IEAE2-8°C FZ EENEH .

[0107]  KHIR A WAL AN FI5x 10" ANPBMC/mLyE B Y, FE7E S I8 & 59 Bh LA fe VR ik
55 B AR R 45 A TR A WA 2 Arh B o 2 O 2 T A A 1 R R AR () B R UK A
0.5-4.0ug/mLZ [ A5 1 o X Yk B $0 b S 4 L AT 7 5 P B0 8 SR M B 44, Basy Sep ™" 41 5 M
RapidSpheres™-501037E 1R B P R IF R G & AES DB B 2 5, I BE IR IR FE I T
(ab’) 250/NR IgGImAD (cT:P9) , FAEZ R T W B 54 o /E5 7 8P B  J5 , F TACKR 1 (1) B
&t FHPBS+2 % FBS+1mM EDTAJINGHE 1 7 B0 & FEasySep ™RifArh 340 o AEREME I & 2 5, ¥k
FRIC I I 75 58 AR B Hh UACER & B2 1 4 M FF 44 I A FH BT X% CD45 . CD3AICD4 . CD 1985 CD56
(Pt Al AR AT 2 BT

[0108] %%
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[0109] 4 = FhAS R [ 5K IS W , FI T A CD3+CDA+T4H i . CD3-CD19+B4H i F1CD3-CD56
R IR AR (NK) 20 B 2 4R o A PV 540 B R T A 75 22 10 400 M oA 1) e A ) ol o AT FH X
b7 9 3 B0 ) 220 4 B 36 T S0 AR U L 20 B TACTE BT B AN R S B 5 A 4
FEVR AT, 24 TAE P AL G0 3 T R B TACHY J7 V2585 G 21K« A& 45350 % 45 CD45
+4H ] 4% 1) CD3+CDA+T 2 i ¥y PBMCAE T 463, 3 2 T4t il - TACH B Mk #0715 m] LA 3R
#3977 % ZH FE (K CD3+CDA+TAH ML, Horb B 55 A M ) [0S 2804397 % (BI3A) N B 12.6% 4
Tt CDA5+ZH [ 7458 (111 CD 3—CD56 +NK 2 Jid (1T PBMCAE o FF 4, A FH 8 T4 . b TACH [ Pk 677
VAT LAZRTS84 . 6 %6 21 JE ¥ CD3-CD56+NK A, H rh By 35 4 e () [0 i 28 2434 . 8% (B13B) « A2
H7.3%ZLCDA5+41 ] $5 ¥ CD3-CD 1 9+B4H i (1) PBMCAE i 45 , 48 F 2% T 41 g TACHI BH
PEIEFE 7L PT LLFRIE89 . 2% 21 FE i CD3-CD19+NK 4 A, 1 7 FBir 75 40 14 [T Ui o 21 .1 % (]
30) oiX Ee gk F—J AL B , ZEVEHE N7 . 3-35. 0% [ 4h 40 M AR 2R i 5 00 R, AT LA A [ i) 4
] 22 P AN [F) 20 g 2 28 ) 40 | TACHR1C R )P AN I 5 SR A b & 4R R AR I k2 41 i
B AR = .

[0110]  sLjiftsl3 . A F4H MY | TACH i Rose t teSep ™ b 15 25 FF A PE ik %

[0111] 324 Jy 1k 1 S 41 O 4 E BH T 40 b TACTE i 7 B 1 328 3 AR 9 P o 38 5 v v 1)
BasySep " 52 T 1k 20 B 43 25 o FR0 S PP o 70 BT3RSt v, 7 32 B AR AR SEAA b I i XU Th RE
TAC, BT 3 52 SR bR SEAK % WI7E AN FEAE W WiBasy Sep ™MW M SURL G IR S Sk (5 L T S 58
1 i B B B S

[0112] 5 —ANEBAEI K EELAR AT BE S A7 AL T A b Y 20 40 e« 35 [ & RS US6, 448,075
BIFHIR T — P fdt S SO AL, 5 B 4l 7738, Joib AT AE 5 20— P 5 R J i
Z AN PR S A I DR A, Bk b i BB R ekt 5 45 A 40 it sk (P20 40 i) (1) 2 20
— P  IX T BUA A% 40 M A2 3R G 9% SR AC LS TR B, S8 )5 AT DR 25 FE A% A
JiR B WIFicol 1) |43 J2 e AAE bt o 22 Bk B S s BB AE 45 o W7 vE T Bl fiiRose t teSep™
A PRI FE 7 %, o BT 75 4 M AN F o S 0% BOR A6 45 5 51 L DR G AE S 0% B A6 465 w22 B i (%
B AERES P o RosetteSep ™ & — PN MU bR ic Ao 18 5 ik, HoA PR RSB R 4R S5 A7 A0 T4
I H () 2140 M AE B IR TAC o 75 AR S it 8] 5 = T2 B S A R vk 2 SR S AR A7 A5 T AH R 1 /S
TEFES

[0113] R JRFRRIISIE , 78 M0\ A 3 BRI PRS2 44 R IR L B bR SEAAR 1K 4 IURE S 2 10, 45
Y1y b TACHE Bl A 5 I i) TACHEAT LU 3¢ o 5 St 51l 27 FH FEasy Sep B 3 514 40 s -
TACTT VESAL , il 44 73 FF I BUARTR AW o VR B WA 3 A FH AL 5 %8 HECD3+CDA+T AN i B A e 7 Pk
(1) 240 i 2 T b A5 400 ) 2EL 6 1 oA ke il 4% B i 0 44 A9 45 X CD8 L CD16 .CD19 . CD36 . CD56
CD66b AL LA 25 1 AL A 55 S MR ik « 40 B SR A WA 1) S ik & 8 55 BE IR 1)
o/ TG Lok il & o SR & PRI PRI A4, JFAE2-8°C Mg F ELBE A

[0114] IR -G 7 AN B A LR, I A6 =I5 & 57 B LA e Vg 5 H 45 1)
EEFR LR A5 G o TR B S Arb o 4 S 1 A 5 B MU AA 19 B 2K R0 . 5-21 . Oug/
mLZ [E) AR Y, o 5 5 H (1) S 9 AN [R] , TR A 0 2E 43 AR 14 I A oA R DA -S54 it o e VD AR L 114
ERFRLRZS A AES BN B 2 5 IS BRI B B Pt/ B TgG ImAb (c1:P9) , FF/EZE R T
B & 5t AES BRI & 2 5, TACKR 1T K 4 LA A FHPBS+2 % FBS N , 7 7E Ficoll® % %
JE B EIE O B0 B2 G WOR IR R K A5 Ficoll® % A 52 8] (1) 5 i Ab ¥ 21
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Hd, 1 FET X CD45 L CD3FICDA R Fri A i 1o At =0 4 A AT 3 4T

[0115] &£

[0116] A A P 75 ¥ 3 08 [ 0, 456 = 2 S0 S A R BERE AR AR I 22 A 41 ok [ 2B AR Bt
J&, 40 B TACTE B 12 B R AS B b 5 350 6 28 BOBR A6 465 1 T BT ELK B 75 AR i AT U
ZL AN M AR A R UE AR H P 1919, 6% (BI4A) & 4231 & FE 4% i P [ CDA5+CD3+CDA+ T4 ity
(K181 .6 %% 4l i , o rb BT 25 4 M (1) [R1 U 26 0924 . 3% (EI4B) 3% 25 T~ 15 60 6 4 M RS o A L 4l i
(K14 . 205380 AHEL 2R, TR K TACS: B CDA5+CD3+CDA+THH i [ i 28 4 i 995 % , o iy
T A ) R 2R 38 3% (B4C) oA E N IR R I IRAIE , X 26 25 TR U, 4H i - TACTE i 5 v 7]
DA 1 B8 0 — 2 2 B0 445 48 i) 10 75 % &1 B RT 20 40 it DA 1 S B AE 45 IO TAC , 1B 24 32
BLAR RS AR AR B AR SCARERATAE T RS AR 6 b H B0 75 s — 2P i i fk

[0117] BT E S E A AR I SR ) N R RE T ARAF (2 RIRAE, AR
BR AN PR TP > B St 9] o AH I, AR 8 JF B 7175 25 /B0, 45 78 BT B ORI EE 3K (1) 8 A A5 Bl A 19
H MBI A A

[0118] By A A & FIIFIE R HIE AT A 4 3C 51 I 5 30 N AR S, 3l an R 47 5 H A4 B
HFE RN B — AN A A B RIECE RS DL A S R 7 U AR SC— i
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