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1. ISR, %R EHRNEE

AN E Iy H IR DMEM+10% FBS+1% P.S

AR A KR TR DMEM+10% FBS+1% P.S+0.75 pg/mL Puromycin

LR A7 90% FBS+10% DMSO

2. AFIFEM R
A
Reagent Specification Manufacturer/Catalogue No.
Puromycin 25 mg Genomeditech/ GM-040401-1
Pen/Strep 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL Cegrogen biotech/A0500-3010
DMEM 500 mL gibco/C11995500BT
Anti-H_CDA40L higG1 Antibody(dapirolizum) / Genomeditech/ GM-83977AB
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1. #REE T 2. #HffEAR (BL 10 cm M9

a)  37°CKIEIATIAE TR TR AL, N TG (1 B 75 s % T AREGFERLE 2R, FHERERE, AR
H5mL % 15 mL B0 . TRER, BEHATHEIERNEKEFE.

b) MU b R VR A A T IR O 37°CHE R K IR Q) AL, MHEEAK. BiFRAETiE 16-24 h
By, AR IENR 2K DL N RS R, EEINI JG, BN VSEGHARMEEERE L, 20 %5 KT 80%,
NiREfe CEw 2-3 708D . ROy BEAT A AL A HER A AL AL By 1:3-1:4, 2-

c) H 70% ZEEHEER AR A AR TS Be L AR 2R 3 R
W A EGR G R R AR E 40 SR B B b) R MLEHE IR AR FRESE 25, 10 cm LN 2 mL PBS
AR ) MELE T, BRIES, 176 xg, B0 3min, % 1.
fEanpyiiE, # g, c) 3F PBS, /il 1mL0.25% Trypsin-EDTA JH ki, 37C

d) fEH 1mL ZIpEIRRER, B & BHE JH1L 30-60s, WAUEL T ME.

G ORI, TEANH> 3 x 108 cells/mL. d) FramiAgIE, AAmE B, H5 A R T a6 B R

e) I AMINE IR, TR A R F 2-3 BEIF, Jn2mL ZEAAKEFRERSZEHEN, FHH
x<10° cells/mL, HEHEAN AR AT, K20 p b 3 Ma/NORFT IR, 176 xg ZiE B0 3 min.
HIEREEFRIL . e) F LiE, difuiiie FAE KR TR, WA

JH0 %5 P 53 R R 7 ML AR RN 40 i 35 8 o B, AR AX
JE 2R A A 30-40%) o
N EREW:

3. AHMETRAF MERIETS, FEARRE, BTEFRR &

a) ffifH 176 xg, 3 min B USRI . HWESAEHBIFHE, REReR, #RExEHA

b) i I FA 4R AR AE U (90% FBS +10% DMSO) Hi & Reid, AREKRERTHRE.

YN, 4HMESE AR 5 < 108 cells/mL, % 1 mL
SR BRI E T
C) IEET, &SNS A E E TR,
-80°C FIRAFEA 1K, R EREAT.
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B AT AL, 6T AL, H#EFFH CD40L HEK-293 Cell LineZH il & 42

x 10° cells/& » HEELBRUIT:

a) SEIOHT, TEFPAMMAE KRR E, ATFE3-S5d.

b) SEIEYK, WALH CD40L HEK-293 Cell Line, H{100 pLZHf2i (40 Ait%0s
PBSTH# K FE N2 x 10° cells/mL) , MIAE&EFFRMPIA (Anti-H_CD40L higGl
Antibody(dapirolizum)) , 4°CHEEEHFE 1 ho

c) JIA1-2 mLPBSHYE, BEEMNDE,

d)  MAZEARCH ZHT, 4°CEEYEHF E 30 min.

e) 1000 rpm& .05 min, PR L3, H300 uL PBSH & .

f)  SEBRP_EHUEI .

g) IEZR.

100 = S lelD Geometric Mean : FL11-H
1 . HEK-233 anti-CD40L+APC-2nd Ab 531
i HEK-283 H_CD40L H_IgG+APC-2nd Ab 545
80 ' . HEK-233 H_CD40L anti-CD40L+APC-2nd Ab 8.88E5
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MIETYNQTSPRSAATGLPISMKIFMYLLTVFLITQMIGSALFAVYLHRRLDKIEDERNLHED
FVFMKTIQRCNTGERSLSLLNCEEIKSQFEGFVKDIMLNKEETKKENSFEMQKGDQNPQIA
AHVISEASSKTTSVLQWAEKGYYTMSNNLVTLENGKQLTVKRQGLYYIYAQVTFCSNRE
ASSQAPFIASLCLKSPGRFERILLRAANTHSSAKPCGQQSIHLGGVFELQPGASVFVNVTDP

SQVSHGTGFTSFGLLKL

B3 2 H_CD40L Fa5E 1 I6F

SamplelD Geometric Mean : FL11-H

M| HEK-293 anti-CD40L+APC-2nd Ab 715

HEK-293 H_CD40L H_IgG+APC-2nd Ab 606

M| HEK-293 H_CD40L anti-CD40L+APC-2nd Ab CP5 302242

HEK-293 H_CD40L anti-CD40L+APC-2nd Ab CP10 4.26E5

M| HEK-293 H_CD40L anti-CD40L+APC-2nd Ab CP15 4.76E5

M| HEK-293 H_CDA40L anti-CD40L+APC-2nd Ab CP20 5.62E5

- | HEK-293 H_CD40L anti-CD40L+APC-2nd Ab CP25 546E5
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