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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
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1. giffsEsR. RF. RAEAES

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. WIIFEMHEE

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

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

EIRVE
Equipment Manufacturer/Catalogue No.
T+ ThermoFisher Scientific/Countess 3
A AR AX Moleculardevices/SpectraMax L
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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
Gy e B A M, 4B > 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 A

] 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

¥ ARESZENLE 2R, FREHRERE, &

HHRSREE, BELATHERERNEKSESF

.

a) ARk AR, B Ak

b) HIREIE, 2 48-72h AIRETEE — kAR, Uk
AL AR 5 4 A 5 2 AT T s I AR R I A
KHEFREE . 27 48 h RIEAR, BVGEHFMNE 5
BeIRdk, ARSI E

C) HPuEE AT 1.5-2 <10 cells/mL, 1 1% 3,
B 2-3 RAKLEAEM, AEALHZAHE 2 < 10°
cellsimL, HE# {3 T25 AT AARRE 7%

d ZAMNETFANN, AU R RR
1) XARRESBONA R AAR AT LLE £ 17
BRI AR KB IR AL, SRS K A R T )
EVERENHTI T25 353 rh 4k ks 9%

EEEW:

a) ZAMITEEBONEUR, H5R. RAREER
RIFH IS R ESERTEE.

b) BRERFHERESR, POERFURRES
AR IR .

c) FBS &7 56T IN#A 30 70-4f, AT KIGEHMAR
Gk MR ERNTE S A IPNE 2 G N S Ik
FBR T

S EMREL (R AIRAF]
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1. BUEFBAESER

BB ERREAE, W TACSEEG, #EFE CD3-CD2-tsAb Reporter Jurkat(CD58 KO) Cell

Line ZHffu &4 1 < 10° Cells/fL.. H_CD19 CHO-K1 Cell line ZHfifi &4 1 <104 Cells/fL .

AR IRSEZIAE ] Anti-CD19xCD3>CD2 hlgG1 Reference  Antibody(PIT-565) (LA R fiii

Anti-CD19>xCD3>CD2; 4rf &%) 137 KDa) 1ENFHMEZ%), Anti-CD19>xCD3>xCD2 Jif £k

J(Conc.01)A 100 pg/mL, 4 {%EAEEHiFE, Conc.01-Conc.09 73 HIHEAR#E B2-B10, B11 v 0 ik

FEXHE . FEELA 100 uL PBS, LABF1EIIFLAAK o

FLARA -
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
156 390.63 97.66 2441 @ 6.10 1.53
Anti-CD19>xCD3>CD2 PBS PBS
ng/mL ng/mL ng/mL ng/mL ng/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) eSS

a) FESZEGTHT 16-24 h, ¥ H_CD19 CHO-K1 Cell line 40 M5 F- 0 B Y, B Ot E 40
MGCsE, (e AR st R, R ANARE 4, B DASE AR R AR R A ik
&4 1 <108 cells/mL . AHERE N 100 pL 40 /L2 A a0 FL o A LN 100 L PBS.

di bR, TR P AR

b) SZIGHTAESZIGHT 1-2h, B0 CD3-CD2-tsAb Reporter Jurkat(CD58 KO) Cell Line,

A Assay Buffer B4t 1, Al 48 B 77 6045, TR EE A MUK Ty 2 <106 cells/mL.

TSR (.
¢) A L AN 96 1LV AR & 2R R
d) G, AT (B AT

e) FHAME

S EMREL (R AIRAF]
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2R it BE BC & 7%
Anti-CD19xCD3xCD2 4 mg/mL / BT AR

f) 96 LV JEMRH, A Assay Buffer, #fLIAEFINL N, 1 B2 LI 80 uL Assay
Buffer, B2-B12, M 60 uL Assay Buffer.
0) A FEABIRIAEIARE G, IS — AR EERRL T (B2 N 4.21 uL A

nti-CD19>CD3>CD2) , &%].

BRI | BRRERRBEAL. RV AL 20 uL, AIANHL | x|

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

4.21 pL Anti- it
CD19>CD3>CD2 A

h) A 1 AMBREFREFL B2 thIRE 20 L, HIAEISE —AMEREFMETL B3, TR
51,

i) DLESSHE, EZZE 9 MEREMEL (B1O) .

i) KPR a MEILAN H_CD19 CHO-K1 Cell line 4R FLARECH, TR 3 .

k) Zein A% b 1% 1) CD3-CD2-tsAb Reporter Jurkat(CD58 KO) 2 il iAW, 4L 50
UL SRJSTES SN B IR i 4% A R BAERR R, 4L 50 pL.

) #& bR, T 37°CCO2 BFfEhiIE 6h.

m) A R FER ARSI AT &, A8 Luciferase.

2) HMEZEFKN
SR A B I B 13 <

CD3-CD2-tsAb Reporter 0 pg/mL Anti- 100 pg/mL Anti- 1.53 ng/mL Anti-
Jurkat(CD58 KO) Cell Line + CD19>CD3>CD2 CD19>xCD3>CD2 CD19>xCD3>CD2
H_CD19 CHO-K1 Cell line 370 20521 4333
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CD3-CD2-1sAb Reporier Jurkat{CD38 KO) Cell Line
H_CD19 CHO-K1 Cell Tinc

2.5x104-
= 2x1044
<)
S L5x104+
=]
-
o
S 1x1(*s
=
g
= 113
= S5x10
" L] L] | | |
-4 2 0 2 4
Log o[ Anti-CDI19xCD3xCD2 | (pg/mL)
CD3-CD2-tsAb Reporter (CD58 K()
EC50 | 0.4733
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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) i Fike; #2807 16-24 h it  H_CD19 CHO-K1 Cell line (Cat. GM-C19025) ,
Mo 1104 MFL. RH, BARFRBEERBPIA CD58 (LFA-3) #ifk (BiolLegend/330902) 5 20 ng/4Li%
Anti-CD19>CD3>CD2 =4 F 4 Hifk (Cat. GM-87914MAB) JLFIHE 1 /M. FfifE, #HIRAWS 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
B o

fii% 2 AWML R

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 #
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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
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