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CD3 fil CD2 #2& %% R4t h EE R bR &0 T, EE A T A RSB 40 . CD3
& T M2 ARG (TCR complex) MIROLAHRES, M5 T 40T AIE S5 S
CD2 M ¥ZAF/ET T UM AN AR5 4A (NK 4D 3R, 2540 [ 5 PR &% ik R0 38
BE— PR T A e BN o PR AP R N T2 T AThRE . 15 FR 4 4 A ZE
Rt S H A EEE . Blt, CD3 1 CD2 NI K o i T 25 Wi vl X 24
Mo PLEHEARWHR I =4 ik PIT565 AR, ZHURTT RN 454 T 4Rl CD3
A1 CD2 LLK B 4HMIZEIHIY CD19. #IbK T 4Hfse A0S S8R B 40 ),
PITS65 AW i A HLAs SIS BR 7 B 4R, M0 22U 1k B 5 B Ve b S e D RE Y
SR, HAMERGVELRIVE . RRRRTTRELL B 45 H THERVRHIE R B 5 fe e thk
T U S B R ISP A5

BT =4 MUK 1 2 ORI AR S D R SGAIE TR 5K, AR YA 22 1) CD3-CD2-tsAb
Reporter Jurkat(CD58 KO) Cell Line J&7& Jurkat 40 a2 &5 H TCR Ml #H 1744
AR PO EREE (Luciferase) R HEDR, [FIRFIERR T P9V CD58 KLl . % 4H A & ¥4 o5 5k
R AE CD3 Hil CD2 8 P4l B i 383%,  Luciferase {5 5 5 5 T B 122 S WA 538 6 (A0 3850 2L
Ko ik, %Ay CD3-CD2-tsAb = EHU IR 2P (K1 R S T RE VRN FIAE FH AL 78 i it
T RBUE . w6

CD19 /!

Anti-CD19xCD3xCD2
— anti-human CDS8

Luciferase
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1. giffsEsR. K. RAEFES

Y 5T D5 B R RPMI 1640+10% FBS+1% P.S

AR A TR RPMI 1640+10% FBS+1% P.S+3.5 pg/mL Blasticidin
M AR AR 90% FBS+10% DMSO

Assay Buffer: RPMI 1640+10% FBS+1% P.S

2. WIIFEMHER

e
Reagent Specification Manufacturer/Catalogue No.
RPMI 1640 500 mL Gibco/C11875500BT
Fetal Bovine Serum 500 mL ExCell/FSP500
Pen/Strep 100 mL Thermo/15140-122
Blasticidin 10 mg Genomeditech/GM-040404-1
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

H CD19 CHO-K1 Cell line

1 & (5E6 Cell/mL)

Genomeditech/GM-C19025

Anti-CD19xCD3xCD2 hlgGl1 Reference
Antibody(PIT-565)

/

Genomeditech/GM-87914MAB

Anti-CD19xCD3xCD2(mutation) hlgG1 Reference / Genomeditech/GM-87921AB
Antibody(PIT-565)
Purified anti-human CD58 (LFA-3) Antibody 100 pg Biolegend/330902
Anti-CD3 hlgG1 Antibody(CH2527) / Genomeditech/GM-33037AB
Anti-CD2 hlgG1 Antibody(BTI-322) / Genomeditech/GM-79929AB
GMOne-Step 2.0 Luciferase Reporter Gene Assay 1000T Genomeditech/GM-040513C
Kit

EIRE
Equipment Manufacturer/Catalogue No.
MR E ThermoFisher Scientific/Countess 3
Al AR AX Moleculardevices/SpectraMax L
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a)

b)

c)

Genomeditech
R E T5

37°C/KIR TR JR e 3R 0, IMATRAE S
TR s mL £ 15 mL B0 .

IR A R A 0 L DR BN 37°CHE R K
TR, A1 MU TR ZEKTH DL R R R SRR
HEINIRIEL GEH 2-3 5480 .

FI 70% T B AR VR A7 8 4138 LA AR5 G 1 L
o FEAM) R AR B G R R TP A
MR RIS T ) EOE T, BERS,
176 xg, &0 3 min, F4HMEYTE, 7 LG
I 1 mL SRk FRAEE R, AT HCH 3
G e B A M, 48> 3 x 108
cells/mL.

AR TR R R R T A, R R T A P A
%] 4-6 <105 cells/mL, ARHE AN MBS AA, K
YRR A 1-2 4> T25 H (3-5mL & »
BREFE

AR AT

] 176 xg, 3 min 250U .

15 F T4 40 B R A7 (90% FBS + 10% DMSO)
HURAHML, AR Ry 5 =< 10° cells/mL,
[ 1 mL R B MR E T

FEHT, ENILE, KERAEE E TR
REH, -80°CMRERD 1R, R ER
A

2. LA

E: REREN1ZE 2R, FRHEHFERE, &
ApRSREE, BELASTHERERNEKES
.

a) LAk AR, B

by BEIREJG, £ 48-72h ATHEAT S —IRALAR, Ik
DAL ARG 085 77 2 TR B N i g A &= 1 A
KBEgRdk, 4 48 h R, BUBGE MM I3
Brgedt, MRS R .

C) YR LR 1.5-2 < 108 cells/mL, 1% 3,
R 2-3 RERERALAL, ANELEHHFEE 2 < 106
cells/mL, HHEFF{dFH T25 Mk A7 AR 9%

d) ZAMCAREIEAIM, AR HEE A (R
V21 SRR BN A R AR R LB 3 )
B IR AN AR K IR A, SRR Al IR AT
SIE NN T25 55 IR 4k 83 9%

ERFEM:

a) ZAMITEEBONEUR, HIR. RARIEER
RIFHIE R E B RTEE .

b) BHRERFHERETR, FOERFURRES
AR IR .

c) FBS IMiE® 56T ho# 30 404F, WKIGFMER
WawE, EARERMASEEKE TN
R FiE .

S EMREL (R AIRAF]
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Ny RGE
1. BOEFIRHESE S

BB ERREAE, W TACSEEG, #EFE CD3-CD2-tsAb Reporter Jurkat(CD58 KO) Cell
Line ZHf &4 1 < 10° Cells/fL. H_CD19 CHO-K1 Cell line ZHififi &4 1 <104 Cells/fL .

AR S5 53 HAE A Anti-CD19xCD3>CD2 hlgG1 Reference Antibody(PIT-565) (LR fai#x
Anti-CD19>CD3>CD2, 43T &#] 137 KDa) . Anti-CD19>CD3>CD2(mutation) higG1 Reference
Antibody(PIT-565) (LA R fii#k Anti-CD19>xCD3>CD2(mutation), 43F &%) 137 KDa) £ A
254, Anti-CD19>CD3>CD2. Anti-CD19xCD3x<CD2(mutation)#z 44234 & (Conc.01) Ay 100
ug/mL, 5 f5EEEFFE; Anti-CD19xCD3>CD2 ff] Conc.01-Conc.11 4 5l HEAG 7F B1-B11, B12
9 0 W EE R E ;. Anti-CD19>CD3>CD2(mutation)f] Conc.01-Conc.11 73 il HEffi £ C1-C11, C12

N0 WREEX I . JA Y 100 uL PBS,  PAB; IEIAFLAK
FLARAT R «

PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

6.40 1.28 256 51.20 10.24 0
Anti-CD19>xCD3>CD2

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

I & m m O

Anti-
CD19>xCD3>CD2(mutation)
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) hnkeEB IR

a) TESZEGHT 16-24 h, ¥ H_CD19 CHO-K1 Cell line 40 M35 35 P B, B ColicEE4H
MOUCUE, (78 it sR e g, RIS oottt 2, B RASE e IR AR R A ik
2 1 <108 cells/mL. AHEME N 100 pL 20 /L2 A )L o A L0 100 L PBS.
i bR, TR AR

b) SZIGHIAESZEGHT 1-2h, B4 CD3-CD2-tsAb Reporter Jurkat(CD58 KO) Cell Line,
A Assay Buffer = k40 i, kil 40 3% 75 I 45, TR BIRE Y 2 <106 cells/mL.
AR E A
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c) MM 1ATR 96 LV AR & LSRR -
d) SAMFNZY, R4 (nB. C1T) -

e) HHERCE

FL /RN it i [LWEWIRPS
Anti-CD19xCD3xCD2 4 mg/mL 0.4 mg/mL HY 2 pL f#¥#i+18 uL Assay Buffer
Anti-
1.019 mg/mL / HEAMA AR
CD19xCD3xCD2(mutation)

f) 96 fL VJEMH, A Assay Buffer, #FLABIL T, Wi Bl. C1fL7rAIMA 75
uL Assay Buffer; B2-B12. C2-C12 FL437iNA 60 uL Assay Buffer.

Q) TRICAEARAR A RRIAE S, A BUINAE S — AR R AL (W B2 N 75 p
L Anti-CD19>xCD3>CD2, C2 HfjiA 18.32 L Anti-CD19>CD3>CD2(mutation),

P

BRI | BRRERRREIL, HUOARITLIRN 1S pL, AL x4 L

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

75 uL Anti-
CD19>CD3*CD2

75 pL 60 uL 60 puL 60 uL 60 uL 60 pL 60 pL 60 uL 60 uL 60 uL 60 pL 60 pL

18.32 uL Anti-
CD19>xCD3>CD2(mutation)

h) M LABREERBESL BL. C1 AP 15 uL, AIAFIE —AMBEEMBESL B2, C2,
FEATIREL

i) DASkSEHE, HZE 11 MBEEEMRSL (B1l. C1D) .

i) KPR a MEEAAKI H_CD19 CHO-K1 Cell line 40 FLARECH, TR FF 3.

K) e ilinNBER b 447 CD3-CD2-tsAb Reporter Jurkat(CD58 KO)4H il i 7
L 50 Lo SRJELES RIS B8 i & AP B BE R BRI, #4150 plL.

) % bR, T 37°CCO2 BFRMTRIE 6h.

m) A R FER AR &, A Luciferase.
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2) MEEFM
SR BE R I B 13 -

CD3-CD2-tsAb Reporter 0 pg/mL Anti- 100 pg/mL Anti- 10.24 pg/mL Anti-
Jurkat(CD58 KO) Cell Line + CD19xCD3>CD2 CD19xCD3>CD2 CD19xCD3>CD2
H_CD19 CHO-K1 Cell line 868 90481 807
CD3-CD2-tsAb Reporter 0 pg/mL Anti- 100 pg/mL Anti- 10.24 pg/mL Anti-
Jurkat(CD58 KO) Cell Line + | CD19xCD3>CD2(mutation) | CD19xCD3><CD2(mutation) | CD19><CD3>CD2(mutation)
H_CD19 CHO-K1 Cell line 919 32703 689

3) WIFSR

CD3-CD2-tsAb Reporter Jurkat(CD58 K(O) Cell Line
H_CD19 CHO-K1 Cell line

1.2x10%+

9x1044

6x104+

3x1044

Luminescence (RLU)

EC50
€ Anti-CD19»xCD3xCD2 0.08028
A Anti-CD19xCD3xCD2(mutation) 0.1431

Logyo[Sample] (ug/mL)

CD3-CD2-tsAb Reporter Jurkat(CD58 KQ) Cell Line

1.2x10%+

9x104+

6x1044

3x1044

Luminescence (RLU)

H_CD19 CHO-K1 Cell line

EC50
€ Anti-CD19xCD3=xCD2 0.5860
A Anti-CD19xCD3xCD2(mutation) 1,045

Logg[Sample] (nM)

Fig 2. s K4,
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B3 1 Assay Hor il 45 5=

CD3-CD2-tsAb Reporter Jurkat{(CD58 KO) Cell Line
H_CDI19 CHO-KI Cell line

4x104-
3x104+
2x104+

1x104+

Luminescence (RLU)

0 + 200 ng/mL Anti-CD19xCD3xCD2

-4 -2 0 2
Logg[anti-human CD58 (LFA-3) | (ug/mL)

CD3-CD2-tsAb Reporter (CD58 KO)
IC50 | 0.6389

Fig 3. #ii \ CD58 (LFA-3) HifAkMEEIrscotas . 4 Purified anti-human CD58 (LFA-3) Antibody
(Biolegend/330902) Hf & Fikevi; 42T 16-24 h it ® H_CD19 CHO-K1 Cell line (Cat. GM-C19025) , 4fi
Mo 1104 MFL. RH, BARFRBEERBPIA CD58 (LFA-3) #ifk (BiolLegend/330902) 5 20 ng/4Li%
Anti-CD19xCD3>CD2 =4#;FMHifk (Cat. GM-87914MAB) LR HE 1 /M. BfijG, FiBAYS CD3-
CD2-tsAb Reporter Jurkat (CD58 KO) Cell Line(Cat. GM-C39956)— & in A E TStk 4 b, 44 E 6
/NS o 25, AfEF GMOne-Step 2.0 50 B 5 5L A A A& (Cat. GM-040513) g B K R 3R
G o

fii% 2 wAKMEER

100 = D ic Mean : FL11-H
M| Jurkat anti-CD58+APGC-2nd Ab 6326

CD3 CD2 tsAb Reporter Jurkat{CD58 KO} Mouse_IgG+APC-2nd Ab 750

80 = M| cD3 D2 tshb Reporter Jurkat{CD58 KO} anti-CD58+APC-2nd Ab 720

60 7

40 7

Normalized To Mode

20 7

FL11-H :: APC-H

Fig 4. f# ] Purified anti-human CD58 (LFA-3) Antibody (Biolegend/330902) #i{kz\EIIE CD58 il ki &h
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Fig 5. Jurkat Cell Line {# | Anti-CD3 hlgG1 Antibody(CH2527) (Cat. GM-33037AB) /&yl \#iF CD3 %

Fig 6. Jurkat Cell Line 18 i Anti-CD2 hlgG1 Antibody(BTI-322) (Cat. GM-79929AB) HiiAiii X &E CD2 #

100 = SamplelD Geometric Mean : FL11-H
1 M| Jurkat anti-CD3+APC-2nd Ab 13002
Jurkat H_IgG+APC-2nd Ab 1285
80 =
° §
e
o
E 4
S 60 ]
=]
@
N
= j
E 407
5 i
=4
20
0
L L e e e L oy
0 2 4 6 8
10 10 10 10 10
FL11-H :: APC-H

oy

PO
100 = SamplelD Geometric Mean : FL11-H
1 M| Jurkat anti-CD2+APC-2nd Ab 9462
] Jurkat H_IgG+APC-2nd Ab 746
80 =
° J
o
s}
=
o -
2 607
el
]
N
= J
E 407
5 J
P
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0
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FE R

CD28

H_CD28 Reporter Jurkat Cell Line
H_CD28 CHO-K1 Cell Line
Anti-CD28 hlgG4 Antibody(FR104)

Anti-mouse CD28 Syrian Hamster [gG2 Antibody(37.

51)

Cynomolgus CD28 CHO-K1 Cell Line
H_CD28 HEK-293 Cell Line
Anti-H_CD28 hlgG4 Antibody(Theralizumab)

CD19

Cynomolgus CD19 CHO-K1 Cell Line
H_CD19 CHO-K1 Cell line

Mouse CD19 CHO-K1 Cell Line

Anti-CD19 hlgG1 Reference Antibody (Loncbio)

Cynomolgus CD19 HEK-293 Cell Line
H_CD19 HEK-293 Cell Line

Anti-H CD19 hlgG1/hIgG2 Antibody(Tafasitamab)

CD3

H CD3D CD3E KO Jurkat Cell Line
Cynomolgus CD3 HEK-293 Cell Line

H CD3 CHO-K1 Cell Line
H CD3E(Membrane Bound ECD) CHO-K1 Cell Line

Anti-CD3 hlgG1 Antibody(CH2527)

Jurkat CD3-BsAb Reporter Cell Line

Cynomolgus CD3E(Membrane Bound ECD) CHO-
K1 Cell Line

H CD3 HEK-293 Cell Line

Mouse CD3 HEK-293 Cell Line

Anti-CD3  epsilon  hlgGl
(muromonab)]

Anti-mouse CD3e mlgG2a Antibody(145-2C11)

Antibody  [OKT-3

CD2

Cynomolgus CD2 CHO-K1 Cell Line
Anti-CD2 hIgG1 Antibody(BTI-322)

VR L

H_CD2 CHO-K1 Cell Line

JUIK BAE A G R ™ e, BRI BRIy DU A I BUR:
®  RUNNLR SR TR G, AR T AL TR

o APERTE T AKESMR 2R, AR EENT A

® I BN HA R AR S I H =T AR S R AT AE 2 5E ROV R A8 AR R AR, A AT 8, TR

G IAMEAT HAR AR CRFERBAIED 0k 858 Fib s bl H ATy PR 5 WA AR

®  INFRREA b T A BV DL T I, USRS AR (i) A IRA R AT VR,

PRI R S W AR (B AIRAF .

s ERE (R AIRAF]
ER

G
AP AL YRR, T
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https://www.genomeditech.com/cell-line/Cynomolgus_CD3E-Membrane-Bound-ECD-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_CD3-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_CD3-HEK-293-Cell-Line
https://www.genomeditech.com/cell-line/H_CD3E-Membrane-Bound-ECD-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/Mouse_CD3-HEK-293-Cell-Line
https://www.genomeditech.com/antibody/Anti-CD3-epsilon-Antibody-OKT-3-muromonab
https://www.genomeditech.com/antibody/Anti-CD3-epsilon-Antibody-OKT-3-muromonab
https://www.genomeditech.com/antibody/Anti-CD3-hIgG1-Antibody-CH2527
https://www.genomeditech.com/antibody/Anti-mouse-CD3%CE%B5-%20mIgG2a-Antibody-145-2C11
https://www.genomeditech.com/cell-line/Cynomolgus_CD2-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_CD2-CHO-K1-Cell-Line
https://www.genomeditech.com/antibody/Anti-CD2-hIgG1-Antibody-BTI-322

