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20 B2 5 TR I RPMI 1640+10% FBS+1% P.S
Y ff A R R R RPMI 1640+10% FBS+1% P.S+3.5 pug/mL Blasticidin
2 ML A7 90% FBS+10% DMSO
Assay Buffer: RPMI 1640+1% FBS+1% P.S
2. BFIFEMHEE
R
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 Viva Cell/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
Clear Flat-Bottom Immuno Nonsterile 96-Well 96-well Thermo/442404
Plates
GMOne-Step Luciferase Reporter Gene Assay Kit ~ 1000T Genomeditech/GM-040503C
PMA/TPA (PKC #4035 71)) 10 mg/mlx0.1 ml  Beyotime/S1819-1mg
Ionomycin 1 mg MCE/HY-13434
Anti-CD3 epsilon Antibody [OKT-3 (muromonab)] / Genomeditech/GM-51478AB
Anti-H_CD28 hlgG4 Antibody(Theralizumab) / Genomeditech/GM-27197AB
B
Equipment Manufacturer/Catalogue No.
MM ThermoFisher Scientific/Countess 3
AR Moleculardevices/SpectraMax L
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TR s mL £ 15 mL B0 .

IR HH B VR A7 20 P R GE BN 37°CHE R K
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FI 70% £ I #4475 A1 38 LA B AT 41 L
o (EAEY) R AN U G T R AR R
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176 xg, £50 3 min, {F4HlEyE, 7 Bib.
A 1 mL B8R E R, R
G e B A M, 48> 3 x 108
cells/mL.
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Ny RAGE
1. BSOS LR
B IR REAR AL, 6T ASSREG:, HHEFE H_IL2-Promoter Reporter Jurkat Cell Line-
I i £ 1 <10 Cells/FL . A X 5125648 FH Anti-CD3 epsilon Antibody [OKT-3 (muromonab)]
(BA % OKT-3). Anti-H_CD28 higG4 Antibody(Theralizumab) (P4 K f&#% Anti-H_CD28)
YERFAYEZY), Conc.01 &k N 5 ng/mL, 2 {EELE#iF:. OKT-3 A1 Anti-H_CD28 &
42454 Conc.01-Conc.9 73 I HEA £ B2-B10, B11 4 0 WREEXTIE . JE Y 100 uL PBS,

CABi 1B D FLE Ko SLARAT ) «

1 2 3 4 5 6 7 8 9 10 11 12
PBS
OKT-3+ Anti- 312.5 156.25 78.13
H_CD28 ng/mL  ng/mL  ng/mL PBs
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) bR
a) & 1 NET 96 FUIL. (EFEAMRE 15 min, &
b) A 1 AN 96 TL VAR HE & 2R R
) EHGEE

2R fifi B W WIRrS
OKT-3 2.595 mg/mL 0.2595 mg/mL HX 2 uL fi¥%+18 uL Assay Buffer
Anti-H_CD28 4.611 mg/mL 0.4611 mg/mL B 2 uL fi+18 uL Assay Buffer

d) 96 fL V JEHRT, AR (15mM NaCOsz, 35mM NaHCOs3, pH9.6) , &4l
R T R, 40 B2 fLINA 109.6 pL B4, B3-B11 fL, I 55 pL G
C2 fLINA 109.8 uL B4, C3-C11 fL, HAAN 55 uL B4

e) VRIUAEARFARIAFIAE fBER, INANE S — B EERBEALT (40 B2 N 4.5 pL

OKT-3. C2 # il 2.5 uL Anti-H_CD28) j&%].

BRI | BHISERVRE L, HRUCHTFLIRER 55 uL, AL | x|
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1 2 3 4 5 6 7 8 9 10 11 12
4.5 uL OKT-3 A 09.6
2.5 uL Anti-H_CD28 | JnA | 109.8 uL | 55uL | 55uL | S5pL | S55ul | 55uL | S5uL | S55uL | 55ul | 55uL

f) B 1 ABEERRLFL B2, C2 FRWREL 55 uL, MIAFIL 2 ANBS R L B3. C3,
TR . PAZRHE, BEE5 9 MREMBIL (B10. C10) .
0) CKERRERMBERKIINNEPDEE b KANKE AR 96 FLiRH, &EFLS A 50

uL OKT-3 #1150 uL Anti-H_CD28, &%), T 4°Ci#Jafdi .

h)  FESERHT 1-2 h, R ARG IR P, B ORI TTE , A FHIE & Assay Buffer
RGN, A I S ) FEHE, FERL Assay Buffer T ER Iy 1 <108 cells/mL.
) KPR g OGRS, WREIEW, Assay Buffer JEBE 2 )5, AR
h #E& 4 A IS, BEL 100 pLo

) B, T 37°CCO, B RER 24 h,

K) R LRSI &, A Luciferase.
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S TR 15
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