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. BF. BRLkEF

1 A s TUKizk, —196°C LUN  (UKARERA D K17

2. FEAhS A T RN SRR foE TONRAEIRES, —196°C LR (UKARER
AR KA

3. KRR Assay, MIAE CEY) R A W BUEY 7 R i kAT

TR (R HIRAF Genomeditech (Shanghai) Co.,Ltd
AN P AR g, MR T AR For research use only !

3/13



Genomeditech (Shanghai) Co.,Ltd.

((/} Eiﬁfﬂaﬁﬂﬁ Order: 021-68455258/50432826/50432825

Genomeditech Toll-free: 400 627 9288
Email: service@genomeditech.com

=, EaiE

FI A 3R -2 (IL-2) A& MR IR bk 4R M i) e s A K R 7, E s T gl Rk,
HRAAE T U2 AR U FIVRTUR T o« B TL-2 (R3E i A0k S 4 B R SR T 4 A Fr 134 g
A7, AHEWEOERTYE T 40 (Tregs) ©

IL-2 A3tk Bl 5 4RI (Y IL-2 AR I SE SRR N, L2 2R
Hoas By y =AW R F K (IL-2Ra/CD25, IL-2RP/CD122, IL-2Ry/CD132) .

IL-2Ry/CD132 fE A 40 - %iE, 1M IL-2RB/CD122 £ H R A4 (NK) Al CD8 id
12T 40f A ARk, FF Honl DIEBTE R A 5 fEShHE T 20/ E5 5. IL-2Ry/CD132 1 IL-
2RP/CDI122 BEM AT MBS 5/ SIS, 1T IL-2Ra/CD25 A& H{5 54 5.

IR 1 IL-2 PRICSE B 7E Treg DM RIA M msEA ) =0 H &%k (IL2RaBy) ,
PR AR & TL-2 AT I30% Treg KRG FHRIEM 32, HTRIT 1 BUBERM, ZLPERIESE B &
PEZORIIRTT o WIKEER IL-2 AT Treg 2 Jm o454 i NK 400 CD8+T 4 i |- 41 Y
FILW 2GR e B A4k (IL2RBy) , ¥#43% NK 411 CDS+T 4if, s
TG T o M 7E IL-2Ro/CD25 WAL FRAAEAERS , 5 TL-2 s AL R = e 2 &% R (IL2RaBy)
M 72— BRIEANTE] (RO BIF R 2 W AR AN 8] 1 B 35w AT 7 AR T R IR R, A g
PEG L&\ Al Fou SOARMRTT . XURE S MDA BE T A S e 7 s e FH 2455 s

HIHAEYI R TARIE TL-2Ro/CD25 524K H CD122 CD132 Reporter Cell Line/GM-
29054 5 FE R4 &R 5 = 3R1% IL-2Ra/CD25 5244 ) H CD25 CD122 CD132 Reporter Cell
Line/GM-C29055 #h &5 HE M40l 2R, 4 IL-2 2553244 5, WoE FiEE S, AImEeE 7ot
M (Luciferase) MJFRIE. Luciferase BAH RIS Tl B WOR RO, BRI T IL-2 &%
FZARAR L) TR A SR VAR
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1. 4. . RGeS

2 S5 0 7 0 RPMI 1640+10% FBS+1% P.S
Y A R R R RPMI 1640+10% FBS+1% P.S+3.5 pug/mL Blasticidin+400 pg/mL G418+200
pg/mL Hygromycin+0.75 pg/mL Puromycin
2 ML A7 90% FBS+10% DMSO
Assay Buffer: RPMI 1640+1% FBS+1% P.S
2. BAIFEMHEE
T HE %
Reagent Specification Manufacturer/Catalogue No.
Puromycin 25 mg Genomeditech/ GM-040401-1
Blasticidin 10 mg Genomeditech /GM-040404-1
G418 lg Genomeditech/GM-040402-1
Hygromycin lg Genomeditech/ GM-040403-1
Pen/Strep 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL ExCell/FSP500
RPMI 1640 500 mL Gibco/C11875500BT
96 Well Clear V-Bottom Tissue Culture 96-well Corning/3894
96 well round well culture plate 96-well NEST/701001
96 well White Flat Bottom Polystyrene Not 96-well Corning/3912
Treated Microplate
GMOne-Step 2.0 Luciferase Reporter Gene 1000T Genomeditech/GM-040513C
Assay Kit
Recombinant Human IL-2 10 pug Novoprotein/C013
Anti-CD122 hIgG1 Antibody (HuABC-2) / Genomeditech/GM-52319AB
Anti-CD132(IL2RG) higG4 Antibody / Genomeditech/GM-52334AB
(REGN7257)
Anti-CD25 hlgG1 Antibody(Basiliximab) / Genomeditech/GM-52329AB
H CD122 CD132 Reporter Cell Line / Genomeditech/GM-C29054
ERE
Equipment Manufacturer/Catalogue No.
IR EI ThermoFisher Scientific/Countess 3
AR X Moleculardevices/SpectraMax L
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a)

b)

d)

e)

. HRET. BR HFE
MR 5

37°CKIRTRANST ARG FRIE, IS (1
HHRFREE SmL £ 15 mL &0%8 .

MR B R A7 40 i R IR O 37°CHE
TR /K VR, K A0 VA T I 22 /K T DA B i
ENfRTR, ERINIRIREA GRS 2-3 2480 .
H 70% C B R A7 AN LA BRI TS B L
o R BRI & TR E TN
YR ER LR 0 KB LET, BRIRE
5], 176 xg, B0 5min, H4HIE, 3L
Ao

i | mL B EE, TR E
&G QB BUE A M, 40> 3 x 10°
cells/mL.

AN TR TR AL T, U R 4 i
FEF] 4-6 x 10° cells/mL, R4 4 A BB A
S, R B R AN & 12 4> T25 #1(3-5mL
B, BRI

AR

i 176 x g, 3 min 2O

8 FH TP A8 M R A7 W (90% FBS + 10%
DMSO) E&4f, A EH%E) 5 = 10°
cells/mL, B 1 mL 703 B E
FRET, EAbil)E, KRS E T

BElR AT, -80°C M rfrEd 1R, RIRFF2
EWEN

2.

LA

T MRETER 1 E 2R, EREFEFRE, HFARR
SRER, BERATHIAERNEKERE.

a)  UCAHMUMRERR, B K.

b) BEIRETG, % 48-72 h AT —IAEAR,
BB RALAR 5 4l f 15 77 5 R N I AR R
A KR, 75 48 h RABAR, EUGE M 4b
IR TRREFRHE, AR SO

c) UM EIAF] 1.5-2 % 10 cells/mL, 1 1% 3,
B% 2-3 RAREEALM, AELEHE R 2 x 10°
cellsmL, HEFEMH T25 AT MR85 7%

d  ZMMONERAM, AR HER A [
W% SRS BN AR AU 7T LE
BT A I AE KB IR, SRR 4
WRATII ST R NFT ) T25 8389 b 4k S: 8
Fro

FERFE:

a) AN EERAGR, B, ARNEER
TREFA0 2 B FE BB T L

b) BHRAERMERESR, FRENFBRREY
AMINE TR .

c) FBS MiET 56°C Mk 30 53-8k, T RIERMEAM

mWomE, EARERWMASHEKRE TN
Mt
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Ny [ERGE GRFD
1. BEMIBELS
B DR AR ALAL, X T AL, #EFF H_CDI122 CD132 Reporter Cell Line
(Genomeditech/#GM-C29054) . H_CD25 CD122 CD132 Reporter Cell Line ZH &4 1
x 10% Cells/fL. AKSLZ54# F Recombinant Human IL-2 (15.5 KDa; LA R {##% Human IL-
OVENBAPEZSY), Conc.01 Z&9KJE N 1ug/mL, 3 f5E6EFi#E. H CDI122 CD132 Reporter
Cell Line f# 9 /M, Conc.01-Conc.9 43 HIHEAT 7E B2-B10, B11 Jy 0 X H_CD25
CD122 CD132 Reporter Cell Line fff 11 M/, Conc.01-Conc.11 73 AIHEA £ C1-C11,

C12 5 0 W EEXT R, JE N 100 uL PBS, VAR IEIAFLEE Ko FLARAT &

1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1 33333 | 111.11 37.04 12.35 4.12 1.37 457.25 | 152.42
Human IL-2 PBS
pg/mL  ng/mL | ng/mL | ng/mL ng/mL ng/mL ng/mL pg/mL @ pg/mL
1 33333 | 111.11 37.04 12.35 4.12 1.37 457.25 | 152.42 | 50.81 16.94
Human IL-2 0
pg/mL | ng/mL | ng/mL | ng/mL | ng/mL | ng/mL | ng/mL | pg/mL | pg/mL | pg/mL | pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) NEED R
a) FESCEGHT 1-2h, ASAHM B TR ECE, B OUUEAIRYTVE, IG5 Assay Buffer
RN, RS ML 3 9T 7B Assay Buffer A BE4H Iy 2 x 106 cells/mL.
PLHEAEN 50 uL g/l Fa L. JAERFLAIN 100 pL PBS. # biRkas, AR
Firh & M.
b) fEH 1 NTEEE 96 £l V ERARHE & 2R R
¢ BMFNLY), 147 (W B2-B10. CI-C12) .

d) BFHERCHE

ZW K fili i BRK LN =WARFS

Human IL-2 0.1 mg/mL / IER UL EAL
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e) 96 fL VA H, MM Assay Buffer, &fLIAFRIL N2, 41 B2 fLIIA 80.85 uL Assay
Buffer, B3-B11 7L, M 55 uL Assay Buffer; C1 FLIIA 80.85 uL Assay Buffer,
C2-C12 fL, MBI 55 pL Assay Buffer.
0 WIS FERR AR IR S BRI RIZE — R EERRESLH (i B2, C1 35l
A 1.65 pL Human IL-2) , J&%].
BRI | BORERRETL, ML 27.5 L, AL | x|
1 2 3 4 5 6 7 8 9 10 11 12
1.65 pL Human IL- 80.85
) PPN 0 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL
0
1.65 pL Human IL- | 80.85
5 L 55uL | S55pL | S5uL | S5pL | SSuL | 55pL | SSpL | S5uL | S5pL | SSuL | 55puL
[

g)

h)

)

k)

MBS 1 AMBEFERRRESL B2 T 27.5 L, ANANZEE 2 DMEEEERRSL B3, AR
5o DAMLEHE, EEHE 9 MRERBAL (B10) .

M T ABEEERMEEAL C1FRIRER 27.5 ul, IIAEIEE 2 MBEFEMRESL C2, 7R
5. CABLRHE, BHESE 11 AMRERBIL (C1D .

KPR a HERS HOLHRALARECH, 2NN BR g h R LF BB IR, BE4L 50
ulo GE: BB o MR UF B R PERUNE] H CD122 CD132 Reporter Cell Line 4RI LA, ¥
SBIR h MERIFROB RS, ME H CD25 CDI122 CD132 Reporter Cell Line A L. )

#i BiRaEE, T 37°C COy B FRMEP IR 16 ho

A5 P4 A5 RS IRGT) &, Al Luciferase.

2) WEZEFKGN
S A SR B0

H _CDI122 CD132 Reporter Cell 0 ng/mL 1 pg/mL 152.42 pg/mL
Line 326952 2951698 330449

H CD25 CD122 CD132 0 pg/mL 1 pg/mL 16.94 pg/mL
Reporter Cell Line 141882 1348699 150083
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3) WiFER

EC50
© H CDI122 CD132 Reporter 0.05206
10 -~ H (D25 CD122 CD132 Reporter 0.007796
8-
= 6-
s
€5
44
2-
0 L] L] L]
-6 -4 -2
Logg[Human IL-2] (ng/mlL}
Fig 2.1 Difgda ik 25 3
EC50
©- H CDI22 CDI132 Reporter 3.359
107 - [ CD25 CD122 CD132 Reporter 0.5030
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Fig 2.2 TIREIRIUE 45
(RS @I 25 FLEUE/ 2 FLBUE, ¥ luminescence {H B Fold; Fig 2.2 XJ 2540347 i ik /&
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Fig 3. H CD25 CD122 CD132 Reporter Cell Line (Cat. GM-C29055) was determined by

flow cytometry using

Anti-CD132(IL2RG) hlgG4 Antibody(REGN7257) (Cat. GM-52334AB).

100 = SamplelD Geometric Mean : R675-H
| Null Anti-CD122+APC 2nd Ab 887
H_CD25 CD122 CD132 Reporter H_IgG+APG 2nd Ab 978
80 = M| H_CD25 CD122 CD132 Reporter Anti-CD122+APC 2nd 2051
8
=)
=
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E 407
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20
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R N | T 1L | T T
1 4 5
10 10 10 10 10 10
R675-H :: APC-H

Fig4. H CD25 CD122 CD132 Reporter Cell Line (Cat. GM-C29055) was determined by
Anti-CD122 hIgG1 Antibody(HuABC-2) (Cat. GM-52319AB).

flow cytometry using

100 = SamplelD Geometric Mean : FL11-H
] | Null anti-CD25+APC-2nd Ab 650
] H_CD25H_CD122 H_CD132 Reporter H_lgG+APC-2nd Ab 709
80 - M| H_CD25 H_CD122 H_CD132 Reporter anti-GD25+APC-2nd Ab 326843
2 J
[=}
= ]
g 607
o
[
N
& J
E 407
5 J
=
20
0 -
0 2 4 6 8
10 10 10 10 10

FL11-H :: APC-H

Fig 5. H CD25 CD122 CD132 Reporter Cell Line (Cat. GM-C29055) was determined by
Anti-CD25 hIgG1 Antibody(Basiliximab) (Cat. GM-52329AB).

flow cytometry using
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fi 2 REMSR

H CD25 CD122 CD132 Reporter Cell Line

Fold

Log g[Human IL-2] (ug/mL)

EC50
©-CP5 0.004052
& CP15 0.004602
CP25 0.004247

0

Fig 6.# ] Recombinant Human IL-2 (novoprotein/C013)%& & 114 5 11F 45 S
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IL-15
H_IL15 Reporter Cell Line Cynomolgus CD122 HEK-293 Cell Line
H _CDI122 CD132 CHO-K1 Cell Line H_CD122 CHO-KI1 Cell Line
H_CDI122 HEK-293 Cell Line H CD215(IL15RA) HEK-293 Cell Line

IL-2
H_CD122 CDI132 Reporter Cell Line Ea1C131211i CDI122 CD132 Reporter Jurkat(hPD1 OE)
H_IL2 Reporter Cell Line H_IL2 Reporter DDX35TM Cell Line
Cynomolgus CD25 HEK-293 Cell Line H_CD25 CHO-K1 Cell Line
H_CD25 HEK-293 Cell Line
Anti-CD122 higGl Antibody(HuABC-2) Anti-CD132(IL2RG) hIgG4 Antibody(REGN7257)
Anti-CD25 hlgG1 Antibody(Basiliximab) Anti-mouse CD25 mlgG2a Antibody(PC-61.5.3)

Anti-mouse CD25 RIgG1 Antibody(PC-61.5.3)

158 F VAT s

FUESE R A A4 R A, BIRBIGE R B BB 52 M T DU T AR A BUR :

o RUIMLARF IR TABEAE, AR TR

® KPR PENT NKBEMIBRTSIR, A EE AR

© P RS S 155 R (LA AE £ R R A S AR T AR, AT 0,
RAGFFUTATIASENR CRAEBENLID 408 BI85, Bk ok Bl Al 7 IR 256 b

© I KA T A I E LA g, AU SRR A R (RN AR AR B T,

PRI AR T AR () AIRAR.
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