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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
Antibody(PIT-565)

/

Genomeditech/GM-87914MAB

Anti-CD19xCD3 hlgGl Antibody[PIT-565(CD58 / Genomeditech/GM-87921AB
K34A)]
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
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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.

ARG 5y HE ) Anti-CD19xCD3xCD2 higG1 Reference Antibody(PIT-565) (LA R fai#x
Anti-CD19xCD3xCD2, 4 F %] 137KDa) - Anti-CD19xCD3 higG1 Antibody[PIT-565(CD58
K34A)] C(LLF A Anti-CD19xCD3, 7 F &%) 137 KDa) fENFHMEZ 4, Ant-
CD19xCD3xCD2 #EIH A F (Conc.01)4 100 1 g/mL. Anti-CD19xCD3 #E#H K (Conc.01)
N 20 pg/mL, ¥4 5 fERAE R Anti-CD19xCD3xCD2 [f] Conc.01-Conc.11 43 Sl HEAi /£ B1-
Bl1l, BI2 A 0 WKREXIE; Anti-CD19xCD3 ] Conc.01-Conc.10 43 IHEAi /£ C2-C11, C12°A

0 WRFEXTIE . N 100 uL PBS, LARTIEBFLIER o
FUBRAT 5 :

800 160 32 6.40 1.28 256 51.20 10.24 0
Anti-CD19xCD3xCD2

pg/mL  pg/mL | pg/mL ng/mL ng/mL ng/mlL ng/mL ng/mL pg/mL pg/mL pg/mL pg/mL
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PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

T @ m m T

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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e) FHAEME

2 FR B BE fic & 7k
Anti-CD19xCD3xCD2 4 mg/mL / H A A
Anti-CD19%xCD3 1.01 mg/mL / B A AR

f) 96 fLIRH, M Assay Buffer, #&FLAFIL T, 41 B1. C1 FLAJMA 75 pL
Assay Buffer; B2-B12. C2-C11 fL43JIII 60 pL Assay Buffer.
g)  REHUCAEMARF ISR S, A AR — AR B REAL A (i B NN 3.95

uL Anti-CD19xCD3xCD2, C2 HIIA 3.09 pL Anti-CD19xCD3, E%].

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

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

3.95 uL Anti-
CD19xCD3xCD2

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

3.09 pL Anti-CD19xCD3

h)  MEE 1 AEEEMFEIL B1. C2 FHIREL 15 puL, IR = AMBREMRSL B2, C3,
FATIREL

) DU, EEES 1 ABERBEIL (B1l. C1D .

) BER a WEEKM H CD19 CHO-KI Cell line ZHfEFLHELH, W3F Eik.

K) BN IE b #EA L) CD3-CD2-tsAb Reporter Jurkat(CD58 KO)Z il 14 »
FL 50 uLo SRJELEF AN IR | #ER U IBE MR, &FFL 50 L.

) # R, T 37°CCO, BiFfHH:TE 6ho

m) AR EE AR &, A Luciferase.
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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 CDI19 CHO-K1 Cell line 160 8625 169
CD3-CD2-tsAb Reporter 0 pg/mL Anti- 20 pg/mL Anti- 10.24 pg/mL Anti-
Jurkat(CD58 KO) Cell Line + CD19xCD3 CD19xCD3 CD19xCD3
H_CD19 CHO-K1 Cell line 210 3902 187
3) WIELR
CD3-CD2-tsAb Reporter Jurkat(CD58 KO) Cell Line
H_CD19 CHO-K1 Cell line EC50
\ ©- Anti-CD19xCD3xCD2 0.04822
11073 o -4 Anti-CD19xCD3 0.1607
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Fig 2. Response to Anti-CD19xCD3xCD2. The CD3-CD2-tsAb Reporter Jurkat(CD58 KO) Cell Line(Cat. GM-
C39956) at a concentration of 1ES cells/well was co-cultured with H CD19 CHO-K1 Cell line (Cat. GM-C19025)
at a concentration of 1E4 cells/well, in the presence of a Serial dilutions of Anti-CD19xCD3xCD2 (Cat. GM-
87914MAB) and Anti-CD19xCD3 (Cat. GM-87921AB) were applied in separate wells, respectively. The firefly
luciferase activity was measured using the Luciferase Reporter Assay Kit (Genomeditech). The maximum

induction folds were approximately [48.3] and [20.9], respectively. Data are shown by drug mass concentration.
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Fig 3. Inhibition of Anti-CD19xCD3xCD2-induced reporter activity by anti-human CD58 (LFA-3) antibody.
H_CD19 CHO-K1 cells (Cat. GM-C19025) were seeded at a density of 1E4 cells per well and incubated
overnight. The next day, serial dilutions of the anti-human CD58 (LFA-3) antibody (BioLegend/330902) were
incubated with 20 ng/well of Anti-CD19xCD3xCD2 (Cat. GM-87914MAB) for 1 hour. The mixture was then
added to the pre-seeded H_ CD19 CHO-K1 cells, followed by addition of CD3-CD2-tsAb Reporter Jurkat (CD58
KO) cells (Cat. GM-C39956), and incubated for 6 h. Firefly luciferase activity was measured using the Luciferase
Reporter Assay Kit (Genomeditech) (left Y-axis, relative luminescence units, RLU), with inhibition percentages

shown on the right Y-axis. Data are shown by drug mass concentration.

fisx 2 FARPEER
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60 7
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20 7
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Fig 4. CD3-CD2-tsAb Reporter Jurkat(CD58 KO) Cell Line(Cat. GM-C39956) was determined by flow cytometry
using Purified anti-human CD58 (LFA-3) Antibody (Biolegend/330902).
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Fig 5. CD3-CD2-tsAb Reporter Jurkat(CD58 KO) Cell Line(Cat. GM-C39956) was determined by flow cytometry
using Anti-CD3 hIgG1 Antibody(CH2527) (Cat. GM-33037AB).
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| Jurkat H_IgG+APC-2nd Ab 952
B | cD3-CD2-tsAb Reporter Jurkat(CD58 KO) anti-CD2+APC-2nd Ab 30743

Normalized To Mode

RG675-H :: APC-H

Fig 6. CD3-CD2-tsAb Reporter Jurkat(CD58 KO) Cell Line(Cat. GM-C39956) was determined by flow cytometry
using Anti-CD2 hIgG1 Antibody(BTI-322) (Cat. GM-79929AB).
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Fig 7. The Sanger sequencing of the CD3-CD2-tsAb Reporter Jurkat(CD58 KO) Cell Line showed successful
knockout of CDS58.
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