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CD3 1 CD2 & %% R4 ' Z R R &5, FE AT AR A DA . CD3
& T QU2 A E 4% (TCR complex) A% OALRGHES, 75 T AMIATELAIE 57 5
CD2 JUJ ZAFAET T 4UMAT SRRV A0M (NK 1R 10, S5 40 i 17 56 B K = 0 8%
BEPISR T R S R . I M IR RO TR T I ThAE . TR AR A4
FROE RS A HER . ik, CD3 1 CD2 NI K G eia 7 299 e vt i) 5 ZE 4R
Mo DAV R (1 =4 S B PITS65 AR, ibii vl [ 454 T 4R ¥ CD3
A CD2 LK B 4MasR T CD19. @i T 4pf e 4852 -0 280w 1t B 40 fE 1,
PIT565 HEMS i R HLAF AU IB B B 4HL, AT 202 IE B 5 S Mo vh S e ThRE
S, HETERGIEAPORIE . BRIERTTRELL B A5 5 0E ROV RHER B 5 G R
5 A S I

Bt o =R S M B () 25 2 e AR AR I RESGIE TR R, AL 2 (¥ CD3-CD2-tsAb
Reporter Jurkat(CD58 KO) Cell Line f&7E Jurkat Z i 52 2 ¥4 & H TCR TR 744
7 AP B (Luciferase) it 3EIH, [AIFIEREER T P9 CDS8 JEIH . i 4liL & 4 o 2%
R AE CD3 Al CD2 18 4 WG I 3%, Luciferase 15 5 55 1 B 12 I W 518 I RO 06 2
Ko Bk, 1ZEAN CD3-CD2-tsAb =R HEHUARZI I R ST REEAN R AL TE 42 43
TR R R 6

CD19 /!

Anti-CD19xCD3xCD2
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1. 4iffsEsR. RF. RHEAES

I IR 5 R A 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. WM AHES

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

/

Genomeditech/GM-87914MAB

Antibody(PIT-565)
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.
YRR ThermoFisher Scientific/Countess 3
Al AR AX Moleculardevices/SpectraMax L

EAEIRE (i) AIAR Genomeditech (Shanghai) Co., Ltd

AR F P BRI g, TR AR T ARIAST ! For research use only !

5/ 12



((/; oo £

Genomeditech

Genomeditech (Shanghai) Co.,Ltd.

Order: 021-68455258/50432826/50432825
Toll-free: 400 627 9288

Email: service@genomeditech.com

a)

b)

d)

a)
b)

. HHRET. FR. FF

9 = 75

37°CKIA TR TR I 4L, IMATIIAE &
TrEEFREE S mL £ 15 mL B0 .

IR G HH BHS  A7-4 J JF JR BN 37°CETiRL K
TR, B A IR TR 22K TH DA R 440 Bl R
HEINIREE G 2-3 20450 .

H 70% & BE AR VR A7 A0 F0 LI AR TS B i )L
o AR AR B G R R E T A
MBS R MO, BRI,
176 x g, &0 5 min, FHBPITE, 7 EiE.
R 1 mL SR8 E, AT A
Gl R ARSI, M= 3 x 10°
cells/mL.

AN IR E IR R, T R A A
# 4-6 % 10° cells/mL, HRAEAHLER AT, K
YRR A 12 4> T25 H (3-5mL & »
B IR

AR AT

{176 x g, 3 min B O

15 F TRA 4R BB R A7 (90% FBS + 10% DMSO)
FURAHML, AR 5 < 10 cells/mL,
B 1 mL 7R B MR E T

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

2. ZHMAEAR

H: GREAEN 1 Z 2R, FHEARERE, &
HHRSREE, BELATHERERNEKSESF
.

a) LAk AR, BiRAEK.

b) FIREIE, £948-72h AT —IRAEAR, ik
DAL ARG 085 77 2 TR B N i g A &= 1 A
KIGFRAE . F 48 h RAEAR, FRVGE L FMME 5
HRIRIE, AR SO R E

c) U EIAF] 1.5-2 x 10° cells/mL, 1 1% 3,
R 2-3 REREEAEAL, ANELEHEFEE 2 x 10
cells/mL, HEFEMHH T25 BT AR 77

d)  ZAMA R, AR [
V21 SRR BN A R AR R LB 3 )
B IR AN AR K IR A, SRR Al IR AT
SIJE RN T25 £ 38 gk a5 7%

ERFEM:

a) ZAMITEEBOVEUR, H5R. ARARIBEER
RIFHIE R E B RTEE .

b) BREANERER, FMEENFURHRES
AR IR .

¢) FBS & 56° C /K¥ 30 40%F, W#HKIEFMER
HomE, EAEERWASHEKEFHIA
B FiEHE.
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N~ RS ORED
1. BUEFBAE SR

BRSBTS T ASEEG, #EF CD3-CD2-tsAb Reporter Jurkat(CD58 KO) Cell
Line 41 &4 1 x 105 Cells/fL. H CD19 CHO-K1 Cell line 41 &4 1 x 10* Cells/fL.

AR S5 5y HE ) Anti-CD19xCD3xCD2 higG1 Reference Antibody(PIT-565) (LA R fai#x
Anti-CD19xCD3xCD2, 4> F &%) 137KDa) . Anti-CD19xCD3xCD2(mutation) hIgG1 Reference
Antibody(PIT-565) (LL R fii#Rk Anti-CD19xCD3xCD2(mutation), 43 F &%) 137 KDa) {E Nk
254, Anti-CD19xCD3xCD2. Anti-CD19xCD3xCD2(mutation)#2 44294 & (Conc.01) A 100
ug/mL, 5 fEEEEFIFE; Anti-CD19xCD3xCD2 ff] Conc.01-Conc.11 435 HEAG7E B1-B11, B12
9 0 WERT R Anti-CD19xCD3xCD2(mutation)f) Conc.01-Conc.11 7 HIHEA £ C1-C11, C12

N0 WREERTIE . BN 100 uL PBS, LABG IEFLEA K o

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

800 160 32 6.40 1.28 256 51.20
Anti-CD19xCD3xCD2

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

Anti-
CD19xCD3xCD2(mutation)

PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

10.24

pg/mL

PBS

0

pg/mL

PBS

1) HnkEB IR

a) f(ESZIGHT 16-24 h, ¥ H_CD19 CHO-K1 Cell line 40U M5 3530 B Y, B9 O 42 40
MOUCUE, (78 it sR e g, RIS oottt 2, B RASE e IR AR R A ik
FE4 1% 10° cells/mLo LAHERE AN 100 pL 20 /L2 A )L o A L0 100 L PBS.
AR, TR E

b) SEEGHIESZIRHT 1-2h, B OUKEE CD3-CD2-tsAb Reporter Jurkat(CD58 KO) Cell Line,
L Assay Buffer 24, fa il 40 /7 0H 20 AR BN 2 x 100 cells/mL .
TR A A
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c) MM 1A 96 AL V IRMRER 25 R .
d) BMFNZY, R4 (BB, C1T) -

e) HHEMCE

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 V JEM T, JIA Assay Buffer, &SLARILTER, 1 B1. C1fLalinA 75
uL Assay Buffer; B2-B12. C2-C12 fL437IIMA 60 uL Assay Buffer.

g WRIAEAAR A RRIRE S, o BN B — AR R AL (i B2 HinA 75 p
L Anti-CD19xCD3xCD2, C2 I 1832 uL Anti-CD19xCD3xCD2(mutation),

P

BRI | BORERVREEL, ARVCMAITLIRNL 15 uL, AL Xt

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

75 uL Anti-
CD19xCD3xCD2

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

18.32 pL Anti-
CD19xCD3xCD2(mutation)

h)  AEE 1 AMBEEERRESL B1. C1 A 15 pl, IIAZIEE —AMBEEERMEESL B2, C2,
FITIRET

i) DABESEHE, EE® 11 AMEREMEASL (B11. C1D .

) BB a WEIEKM H CD19 CHO-KI Cell line 4HfEFLHELH, We3F Bk

k)  Ze IS IR b #E£IF K] CD3-CD2-tsAb Reporter Jurkat(CD58 KO)4H LA
L 50 Lo SRJELES RIS 3R i AP B BERRE, #4150 pL.

) w5 B, T 37°CCO2 Hfadid: 6h.

m) RS S RS &, A Luciferase.
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2) MEZEFBN
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 + CD19xCD3xCD2 CD19xCD3xCD2 CD19xCD3xCD2
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 + | CD19xCD3xCD2(mutation) | CD19xCD3xCD2(mutation) | CD19xCD3xCD2(mutation)
H CD19 CHO-K1 Cell line 919 32703 689
3) BiELR
CD3-CD2-tsAb Reporter Jurkat(CD58 K(O) Cell Line
H_CD19 CHO-K1 Cell line
1.2x10%
~ EC50
= 9x104- ©- Anti-CD19xCD3»CD2 0.08028
= & Anti-CD19xCD3xCD2(mutation) 0.1431
é 6x10
2
8
T 3x10%4
=
S|
0 FEEY o w arraairTTTT §
-6 4
Logyo[Sample] (ug/mL)
CD3-CD2-tsAb Reporter Jurkat(CD58 KQ) Cell Line
H_CD19 CHO-K1 Cell line
1.2x10%
~ EC50
= 9x104- ©- Anti-CD19xCD3xCD2 0.5860
& # Anti-CD19xCD3xCD2(mutation) 1,045
% 6x104-
2
8
E 3x10%4
=
=
0 FEEEEEEY s ae OO RN RN R R R .
-6 4

Logg[Sample] (nM)

Fig 2. WOGRIESS
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B3 1 Assay 45 R

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

4x104-

=)

g 3x1044

&

g 2x1044

]

i

S 1x1044

=

—
o 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. BN CD58 (LFA-3) PifRRIBHKIsLItet 3. #il#% Purified anti-human CD58 (LFA-3) Antibody
(Biolegend/330902) FfEMBEM; AT 16-24 h it E H_CD19 CHO-KI1 Cell line (Cat. GM-C19025) , 4il
W& 1x10*N/FL. RH, BARFRBEERBAPIN CD58 (LFA-3) itk (BioLegend/330902) 5 20 ng/FLI¥
Anti-CD19xCD3xCD2 =4E2 ik (Cat. GM-87914MAB) LR E 1 /M. BiJE, KiBAYS CD3-
CD2-tsAb Reporter Jurkat (CD58 KO) Cell Line(Cat. GM-C39956)—# I E FSGAR 4 h, 4k4EmE 6
/NI o ZJ5, AfEF GMOne-Step 2.0 506 R ER 5 5 AT INA A G (Cat. GM-040513) g B K G 3R
B o

fi% 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. {# ] Purified anti-human CD58 (LFA-3) Antibody (Biolegend/330902) Hi/ARIGIE CD58 M55
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100 = | SamplelD Geometric Mean : R675-H
M| Jurkat anti-CD3+APC-2nd Ab 3304
‘. CD3-CD2-tsAb Reporter Jurkat(CD58 KO) H_IgG+APC-2nd Ab 1011
|. CD3-CD2-tsAb Reporter Jurkat{(CD58 KO} anti-CD3+APC-2nd Ab 37021

Normalized To Mode

R675-H :: APC-H

Fig 5. {# ] Anti-CD3 hlgG1 Antibody(CH2527) (Cat. GM-33037AB) ik :NIGHIE CD3 Fik 4 5

100 = \ SamplelD ric Mean : R675-H
] 9] urkat anti-co2+APC-2nd Ab 3305
] 1 Jurkat H_IgG+APC-2nd Ab 052
a0 = B CD3-CD2-1sAb Reporler Jurkal(CDS8 KO) anti-CD2+APG-2nd Ab 30743
3
=]
g
2 60~
=l
3
S
g
E 40
E 407
2
20

R675-H :: APC-H

Fig 6. f#i[] Anti-CD2 hIgG1 Antibody(BTI-322) (Cat. GM-79929AB) Hif&iRAIRIE CD2 Fiksh #

Fff% 3 Sanger W74 R

gecatgs  trgetggmagcgacacgaascanaccctagggetecteagegtagte tacetgctgoactge titggttteatcage tatttt tat o tetceatgtace:
Sl
captace cget E nacq tanteg grrta cacare
s 10 : x 2 Py P w p
(I S N N NN S S S S SN - N NS S SN - S S S S S S-S N S N S S
Cose —
Wild type allele s x 3 2 3 p p
e S S e e e e s ey S S
058 —
osg —
o SaRNA
[ pocatgg t gotec: aott tt sty
GOATOUT T 0 TG60AB0BACE0GR6HEAGACH0TE0066TO0TEAGOAT60T0TA0RTAUTGEALTGGT T OGTTTCATRABGTGT TTITE00AAGAAATATATHOTGTT6TATATGGAARTGTARGTTTGOATGTARG
MGLLGATRGGPWESSAWSACCTALVSSAVFPNKVMVLCMGM*

Mutant allele o
urnvc{ﬁ_\ru.(rb,um,m.m‘(m GBCEESCE0TR06TCCTEABSTERTCTC ST 66T TTCATEABC TGT T ITECCARCA AT ATATAETE T TS TSTATSGANTSTARC TTTCCA ¢ CETATGBARAAAACARAAGEATARAGT

MDCWERRGAGPGGPQRGLPAALLWFHQLFF FT NI WCCVWECNFEPRG T

Al

th'\ (A

Fig 7. CD3-CD2-tsAb Reporter Jurkat(CD58 KO) Cell Line 1 /| Sanger Il FF461E CD58 ki34t
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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]
KR

G
AP AL YRR, T
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