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GM-C17940  Jurkat CD3-BsAb Reporter Cell Line 5E6 Cells/mL

e 77 i AR s HE R
GM-C17940 Jurkat CD3-BsAb Reporter Cell Line 5E6 CellssmL 1%  -196°C
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XU FVEUA (BsAD) & — R M BRI T T ik ARG pid il i1 Fab B iR
MFRBBUR, 52ZAF, ST AERA USRS &8 Bl ORISR . 7ERZ Xt
1, CD3-BsAb (CD3 HF[AXL) JLAKEA, FIAER LME T 4iiA ZOhiRm I v
e

Fi CD3-BsAb i R AT G5 VA 7 A HE L6 I ZR Ge MR Mg 1) — Fh S b 1 v6 97 7
%, HATIEEX SEAARBEAT ImRHIE 78 SR, SR BV T I 25 58 9 W S A BRRSy, G4 )
e TR I, T AHMIR IR B LA H T S S MR A S A AR T 3 T 40 o B
A, X LEERFZI CD3-BsAb JRYT I 2 A ERVE 2k .

A4 Jurkat CD3-BsAb Reporter Cell Line 4 it % /& LA Jurkat 24y T EL 2 i) 2 4
SR ZHM R . CD3-BsAb (A& 1 AT L@ S BsAb #r4% Antigen i TCR, 55 i@ gLk
E T B N AR POC R B E B . 24 R R A T CD3-BsAb it /e 25 M A 5%
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Ly e ) "ﬂ'gn'!\l"\' L1y
Anti-Antigen

BsAb

Anti-CD3

Effector Cell

Ve gy Pl T

= @-» Luciferase

W=
AT T

Fig 1.5 5@ g &

TR () BIRAF Genomeditech (Shanghai) Co., Ltd
AR F PR ABERM R, TR AEH T ANRIAIT Y For research use only !

4/ 14



(Léﬁﬁiﬂﬂﬁ

Genomeditech

Genomeditech (Shanghai) Co.,Ltd.
Order: 021-68455258/50432826/50432825
Toll-free: 400 627 9288

Email: service@genomeditech.com

v MIREE
1. giffsEsR. RF. RAEAES

MM E I FER: RPMI 1640+10% FBS+1% P.S
UMK TR RPMI 1640+10% FBS+1% P.S+3.5 pg/mL Blasticidin
N MR AF L 90% FBS+10% DMSO

Assay Buffer:

RPMI 1640 +1% FBS +1% P.S

2. WIIFEMHEE

e
Reagent Specification Manufacturer/Catalogue No.
Blasticidin 10 mg Genomeditech/GM-040404-1
Pen/Strep 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL Cegrogen biotech/A0500-3010
RPMI 1640 500 mL Vivacell/C3010-0500
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 Treated 96-well Corning/3912
Microplate
Raji Cell Line 1% (5E6Cell/mL)  Genomeditech/GM-C19100
H CD19 CHO-K1 Cell line 1% (5B6Cell/mL)  Genomeditech/GM-C19025
Anti-CD3-CD19 Bispecific / Genomeditech/GM-79712AB
Antibody(Blinatumomab)
Anti-CD3 epsilon hIgG1 Antibody [OKT-3 / Genomeditech/GM-51478 AB
(muromonab)]
GMOne-Step Luciferase Reporter Gene 1000T Genomeditech/GM-040503C
Assay Kit

EIRVE
Equipment Manufacturer/Catalogue No.
2 T A ThermoFisher Scientific/Countess 3
B ARAL Moleculardevices/SpectraMax L
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a)
b)
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. HHRET. FR. FF
R 75

37°C/KIB TS IR B TR, I TRIE I E 555 %
A 5mL % 15 mL B.0%E

MG B R A A L O IR TN 37°CHE i 7K ¥
B, R AR TR 22K T UL B R s R, BRI
MRt GEE 2-3 7380 .

HI 70% S 5ARRA7 8 AN LRGS0 J LA A A
W2 A EGR G R R AR E 40 SR B B
AR ) MELE T, BRIES, 176 xg, B0 3min,
fEApEE, 7RG,

A 1 mL SR E R, WU S i
Jeta TR AL, 4> 3 x 108 cells/mL.
AR IR R A, RSN B 4-6
x10° cells/mL, HRAE ML B AL ARTR, 440 i

ME 1240 T25 % (3-5mL 2D . BIEIEIE.

AR A

{$FH 176 <g, 3 min 25O

18 FA A AL 777 (90% FBS + 10% DMSO) i
gHf, PR HEE N 5 < 108 cells/mL, & 1 mL
SR BIH R E T

RS T ENhRd)E, WA B THERR &,
-80°C MRFFED 1R, REFR EWRE T .

2. LA

T AREREN 1R 2R, FRERERE, AR

ShER, BERATERERNEKERE.

a) ek, BiEAK.

b) FIREIG, 24872 h ATHHTH AR, K
ARG ARG TR TR B IR NPT R AR KB TR A
# 48 h ARALAX, ARUUE LM I IR, AL
AR R .

C) HaNfuEE LT 1.5-2 <108 cells/mL, 14%£3, FF2-3
RARGALAR, ANEALILR BEj 2 <108 cells/mL, #E#
T T25 AT fL AR 55

d) 2N RIRANE, AN HEREAE A a1 X
AR S BN R AL AR AT LA BB IR SRR A
AT TRIE, SRS R AN AT 0 5] JE S N BT T25 1%

TR AR SERE 7

ERFEI:
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N~ AT (B Raji A6

AS2IGAE ] 1 < 10° cells/FL# Jurkat CD3-BsAb Reporter Cell Line £ 1 x 105 cells/{Lf]
Raji Cell Line #H175256 IR NN Raji Cell Line, X4 Jurkat CD3-BsAb Reporter Cell
Line AHiig) .

PLszE64H (Jurkat CD3-BsAb Reporter Cell Line + Raji Cell Line +47i44) Jyfi: Anti-CD3-
CD19 Bispecific Antibody(Blinatumomab) (LA T fii#& 4 Blinatumomab;57.4 kDa), Anti-CD3
epsilon hlgG1 Antibody [OKT-3 (muromonab)] (LA T fii FX A OKT-3;150 kDa), it 4f ik &
(Conc.01)y 1 pg/mL, 4 f5B6EEFBE, Conc.01-Conc.11 73 HIHEAi £ B1-B11. C1-C11, B12.

C12 M O ¥R EEXT R . AR 100 uL PBS, LARjILIAFLAE K

FLBAT 5 -
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

250 62.5 15.63 3.91 976.56 244.14 ! 15.26 3.81
Blinatumomab

pg/mL | ng/mL | ng/mL ng/mL | ng/mL  pg/mL  pg/mL pg/mL  pg/mL

OKT-3

PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

PBS

INFES IR

a)  SEGET 1-2h, B.OUCEE Raji Cell Line 418, UL Assay Buffer 240, 11541
S PE g 71, @I kN Assay Buffer 1720, RN i % B 3] 3.03 < 108 cells/mL,
CAHEMSIN 33 pL Al f/ AL 2 AL, JAE MU0 100 pL PBS, & FARk:E, T

FH .

b) SEZIGHT 1-2 h, S04 Jurkat CD3-BsAb Reporter Cell Line, DL Assay Buffer 5 &

=

YA, THAAN R S 11, JE I ANIn Assay Buffer 175730, % Jurkat CD3-BsAb
Reporter Cell Line %] 3.03 <106 cells/mL £ -
c) MM 1A 96 LV RBRE A PUARRE .

d) HEEAFUGUA, (EH 47 (W B1-B1l. C1-C1D) .
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e) HEREEK
UKL FR fitsilk BEK i & 71
Blinatumomab 0.331 mg/mL / B AR
OKT-3 2.595 mg/mL 0.2595 mg/mL HY 2 uL fif%+18 pL Assay Buffer
f) 96 FL V JEM T, A Assay Buffer, &FLAFINLF%R, W B1l. C1LFLaHIIIA
47.96 uL . 47.83 uL Assay Buffer, B2-B12. C2-C12 L, M 36.3 uL Assay
Buffer.
9)  RECAFEMAFR AR SRR, OB — B EERRREAL T (i BL WA 0.44
uL Blinatumomab. C1 # I\ 0.57 uL OKT-3) , &%),
ERIRI | BRIERRREAL, RUCABITLIIOR 121 uL, AL AL
1 2 3 4 5 6 7 8 9 10 11 12
. I I I .
0.44 uL 47.96 36.3 36.3 36.3 36.3 36.3 36.3 36.3 36.3 36.3 36.3 363 L
Blinatumomab uL uL puL L puL L uL uL
0.57 uL OKT-3
h)y ME—MEEERBIL BL. CL AFIREL 12.1 uL, IOAEISE —AFRIL B2, C2, 7
TRA
i) PABESRHE, EZEE 11 DML (B11, C1D .
) BUHAPER a #ER AP Raji Cell Line 4HMIALAR: Seke D IR | W& U (B B 25 2% X
H 33 uL, MAZPPER a 1 Raji Cell Line 41 FLARH -
K) ARG b HE 171 Jurkat CD3-BsAb Reporter Cell Line 4HBEH, i
B ROWT, L33 L, % EER, MEE 7h.
) RSN Luciferase.
45 2 BRI
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0 pg/mL 1 pg/mL 953.67 fg/mL
Blinatumomab | Blinatumomab | Blinatumomab
Jurkat CD3-BsAb Reporter Cell Line + Raji Cell Line 12478 2419654 13674
Jurkat CD3-BsAb Reporter Cell Line 9780 475236 11333
0 pg/mL 1 pg/mL 953.67 fg/mL
OKT-3 OKT-3 OKT-3
Jurkat CD3-BsAb Reporter Cell Line + Raji Cell Line 10367 1112902 13318
Jurkat CD3-BsAb Reporter Cell Line 8958 761768 9679
SRS R
EC50
Jurkat CD3-BsAb Reporter Cell Line -0~ Raji+Blinatumomab 0.003666
3x10°%9 A Raji+OKT-3 0.1269
=) o Blinatumomab 0.2975
= - OKT-3 0.08594
S 2x10°4
£ 1x10%
g
=
_
0- —_—

Log;o[Sample] (ug/mL)

Fig 2. ThALHIFL 5

+t. fFERHFE (P CHO-K1 AH)

ASEISAF ] 1 = 10° cells/fLI Jurkat CD3-BsAb Reporter Cell Line. 1 > 10* cells/fLH
H_CD19 CHO-K1 Cell line. 1 x<10* cells/fL¥] CHO-K1 Cell Line #175255

PLszE64H (Jurkat CD3-BsAb Reporter Cell Line +H_CD19 CHO-K1 Cell line +4i44&) A3l :
Anti-CD3-CD19 Bispecific Antibody(Blinatumomab) (UA T %<~ Blinatumomab;57.4 kDa),
Anti-CD3 epsilon hlgG1 Antibody [OKT-3 (muromonab)] (VL T i #% y OKT-3;150 kDa), #24h
2L (Conc.01) A 1 ug/mL, 4 f5# EHiRE, Conc.01-Conc.11 4 HIFEAi fF B1-B11. C1-C11,

B12. C12 & O REXTHE. JE N 100 uL PBS, VARG fLZ&EK .
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LA AT R -
1 2 3 4 5 6 7 8 9 10 11

Blinatumomab 250 625 1563 | 391 97656 244.14  61.04
pg/mL | ng/mL | ng/mL ng/mL | ng/mL pg/mL pg/mL  pg/mL
OKT-3
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
JiE
a) SLIGHT 16 —24 h, JHALELYLEE H_CD19 CHO-K1 Cell line ZHiJfl, PL5g4kisfdt &
AN, TP R ROE ), B AN e e IR Ak U R, A R R 1 =
105 cells/mL, DAHEHEIN 100 pL A/l 2 Ta] L, & FFLI0 100 uL PBS, # FAik
i, TR E A
b) SZEGHT 1-2 h, BOUREE Jurkat CD3-BsAb Reporter Cell Line, L) Assay Buffer &
YHM, YRS B KOs 7, @i kN Assay Buffer )77, 4% Jurkat CD3-BsAb
Reporter Cell Line /| 3.03 x<10° cells/mL £ [ .
c) fEMH 1A 96 FL V EHBHE & HUARRE .
d)  "AFFUPLA, 17 (0 B1-B11, C1-C1D) .
e) EREHR
E/INL fifi BE [(W=WIRS
Blinatumomab 0.331 mg/mL / ELEA AR
OKT-3 2.595 mg/mL 0.2595 mg/mL HY 2 uL f#Wi+18 uL Assay Buffer
f) 96 fL VR, I Assay Buffer, &fLARFUNL TR, 1Bl CLALAAMA

4796 L . 47.83 uL Assay Buffer, B2-B12. C2- C12 7L, M 36.3 uL Assay

Buffer.
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Q) BRI RRAR AR DAL S B, IMAEIEE —EREEAM R AL (0 B1 N 0.44

uL Blinatumomab. C1 HfIIA 0.57 uL OKT-3) , &%,

BRI | BRRERREETL, RUNRTALIIN 12.1 uL, AL %L
1 2 3 4 5 6 7 8 9 10 11 12

36.3 uL

0.44 L 4796 = 363 363 | 363 363 363 | 363 363 363 | 363 363

Blinatumomab uL ne uL L pL L

ne ne

0.57 uL OKT-3

h)y ME—MEEERBIL BL. CL IR 12.1 uL, MIAFIZE - AFRIL B2, C2, 7
IIIRST

i) DA, EER 11 AEEMBEIL (B1l. C1D) .

i) EUHEBIE a #EAS LT H_CD19 CHO-K1 Cell line 4HAFLAR; "3 37 100 uL;

K) CREDER | HER AR S U 33 uL, IIAFDEER a ff) H_CD19 CHO-K1 Cell
line 40 LAk -

) 2RJ5FEE B IR b #EA LK) Jurkat CD3-BsAb Reporter Cell Line ZHf0E Y, i\ F25
BKIBEWH, B33 uL; AJERFLE 2 A 33 uL Assay Buffer, i I3
i, #¥E 7he

m) ARSI Luciferase.
w2 F )
S 2 45 FE DR RGN 1 B
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0 pg/mL 1 pg/mL 953.67 fg/mL
Blinatumomab | Blinatumomab | Blinatumomab
Jurkat CD3-BsAb Reporter Cell Line + H_CD19 CHO-K1 9966 811425 10953
Jurkat CD3-BsAb Reporter Cell Line + CHO-K1 8855 474068 9198
Jurkat CD3-BsAb Reporter Cell Line 9780 475236 11333
0 pg/mL 1 pg/mL 953.67 fg/mL
OKT-3 OKT-3 OKT-3
Jurkat CD3-BsAb Reporter Cell Line + H_CD19 CHO-K1 10237 704038 11314
Jurkat CD3-BsAb Reporter Cell Line + CHO-K1 9687 668131 10577
Jurkat CD3-BsAb Reporter Cell Line 8958 761768 9679
RS R
EC50
Jurkat CD3-BsAb Reporter Cell Line -6- H CD19 CHO+Blinatumomab 0.003012
1.2x10° - H CD19 CHO+OKT-3 0.06785
CHO+Blinatumomab 0.5017
N - CHO+OKT-3 0.07388
$10° % Blinatumomab 0.2975
-+ OKT-3 0.08594

4x10%4

Luminescence (RLU)

Log;g[Sample] (ng/mlL)

Fig 3. ThReRIESS R
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B3 1: Raji Cell Line i RKIES R

100 =1 SamplelD Geometric Mean : FL11-H
7 ] Raiji Cell Line anti-H_CD19+APC-2nd Ab 4.69E5
] Raji Cell Line H_IgG+APC-2nd Ab 1852
80 T
o ]
=}
[+]
=
2 60 "]
el
<
N
= ]
E 40T
5 ]
=z
20 T
0
AL BAL U malL Bl et Rl L mal L Al L Al |
10 10 10 10 10
FL11-H :: APC-H
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