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1. gAfsESR. R7F. RERlAlnES

A R I IR DMEM+10% FBS+1% P.S
A R TR DMEM+10% FBS+1% P.S+400 pg/mL G418+125 pg/mL Hygromycin
A LR A 90% FBS+10% DMSO
2. RAIFEMHEE
R
Reagent Specification Manufacturer/Catalogue No.
Hygromycin lg Genomeditech/GM-040403-1
G418 Sulfate lg Genomeditech/GM-040402-1
Pen/Strep 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL Cegrogen biotech/A0500-3010
DMEM 500 mL gibco/C11995500BT
Anti-CD3 hlgG1 Antibody(CH2527) / Genomeditech/GM-33037AB
B
Equipment Manufacturer/Catalogue No.
44 i A ThermoFisher Scientific/Countess 3
T A A Mg R EPRR 5 (i) HRRAF]/ICytoFLEX
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1. #pEE T 2. ZHffEA (BL 10 cm M%)

a)  37°CKIEIATIAE TR TR AL, N TG (1 B 75 s % E: REHEM1Z 2R, FHEHERE, &+
3 5mL E 15 mL B0, MRS RE IR RER N EE, BEHAT

b) MU b R VR A A T IR O 37°CHE R K IR BIAERNEKERE.

By, AR IENR 2K DL N RS R, EEINI Q) AL, MHEEAEK. BiFRAETiEE 16-24 h
NiREfe CEw 2-3 708D . JG, BN WSEGHARMEEERE L, 220 %5 KT 80%,

c) H 70% ZEEHEER AR A AR TS Be L AR 2R RUAT AT A AE A R AN AR AR Ly 1:3-1:4, 2-
W A EGR G R R AR E 40 SR B B 3 R,

AR ) MELE T, BRIES, 176 xg, B0 3min, b) K MBS IR s SRR 2%, 10 cm LN 2 mL PBS
fEApEE, 7 Big. THPE 1 IR

d) A 1mL Sk EE, RS G0 c) F PBS, hi 1mL0.25% Trypsin-EDTA WL, 37<C
G ORI, TEANH> 3 x 108 cells/mL. JH1L 30-60s, WAUEL T ME.

e) I AMINE IR, TR A R F 2-3 d) FramiAgIR, AARE B, H5 AT G Bk
=10° cells/mL, HRAE4HML SRR, 4 i3] BEIF, hn2mL ZEAAKEFRERSZIEHEN, KA
FIE R FR L JLANGIRFT TR, 176 xg ZiRF 0 3 mine

e) F LiE, gUMuptiE AR KIRREE R, RIEARAT40
2 B o A (AR R 27 I TR ORI 40 2 B 1B, AEAR
RN E DY 30-40%) .
N EREW:

3. AHMETRAF MRNIET, RAREE, RTEFAR, 2%

a) ffiH 176 xg, 3 min BLUCEEL. HHREE, REBER, #RERARSZD, 4

b) fd I FA SR AR AE U (90% FBS +10% DMSO) Hi & REKRERTRE.

YN, 4HAE AR 5 < 108 cells/mL, % 1 mL
SR BIHRRAAE .
C) IR T EAACE, R BT RS,
-80°C MRAFEAD 1R, SRR EWET .
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10° cells/& . #EAELRUIT:

Q)  SLERTHT, WEfAMMRAKHEERE, ATFEE3-S5d
b) SEZEG4K, WLH CD3 HEK-293 cell line, H{100 pLZHfE2% (A% FIPBS
VHEEIRE Y2 <108 cells/mL) , MIAEE IR HIA (Anti-CD3 higGl
Antibody(CH2527)) , 4°CHEE 1 h.
¢) MIA1-2 mLPBSH#YE, BEEMNDE,
d) IIANRIHRIEH = H, 4°CREEEHT E 30 min.
e) 1000 rpm& 025 min, PR L3, H300 uL PBSH & .
f)  SLEP B
0) KUFLER.
100 ™ SamplelD Geometric Mean : FL11-H
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FL11-H :: APC-H

‘ SamplelD Geometric Mean : FL11-H
M| HEK-283 anti-CD3+APC-2nd Ab 6082
‘ HEK-293 H_CD3H_IgG+APC-2nd Ab 2769
‘. HEK-293 H_CD3 anti-CD3+APC-2nd Ab P5 1.86E6
‘ HEK-293 H_CD3 anti-CD3+APC-2nd Ab P15 1.60E6
M | HEK-293 H_CD3 anti-CD3+APC-2nd Ab P20 1.94E6
| HEK-293 H_CD3 anti-CD3+APC-2nd Ab P25 . 1.68E6
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