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1. giffsEsR. RF. RAEAES

2t B 5 1 R A DMEM+10% FBS+1% P.S
AR A TR DMEM+10% FBS+1% P.S+4 ug/mL Blasticidin+0.75 ug/mL Puromycin
2 R AT 90% FBS+10% DMSO
Assay Buffer: DMEM+1% FBS+1% P.S
2. RFUFEAHER
R
Reagent Specification Manufacturer/Catalogue No.
Puromycin 25 mg Genomeditech/GM-040401-1
Blasticidin 10 mg Genomeditech/GM-040404-1
Pen/Strep 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL Thermo/10099141
DMEM 500 mL Biological Industries/01-052-1ACS
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 96-well Corning/3912
Not Treated Microplate
Luciferase Assay Kit 100 tests Genomeditech/GM-040501A
CD40L 50 ug SCREAHN/10239-HOSE
AR
Equipment Manufacturer/Catalogue No.
2 T A ThermoFisher Scientific/Countess 3
B ARAL Moleculardevices/SpectraMax L
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1. H_CDA40(TNFRSF5) Reporter 293 Cell Line 41 & 75
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c)

d)

€)
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HARVRAZ AN 5 % 106 cells/mL, A7 7054 1 mL.

1E 37°CK BRI IR 5L, MNP GE A3 775 S mL 2 15 mL B0 .

MR B R A P A R RN 37°CHEIR /K I o, 4 MO TR 22 /K T DA R
AW HE ) E Rk .

I 70% & BEBHAR VR AR SN AR AR5 e (1 L3

TEAE ) 22 AR B & OB AR v (0 240 B R B B e I A 15 mL
B0, RRIRS), 800 rpm, B0 5 min MEANMYTIE, L.

HRAFAMES O SR R DT, (EH | mL SE4 R i g, mI U 3200 FH /5 I e
(EaRA eRE i I

TR 4 % 82 51 2-3 % 105 cells/mL, AR A MR RLEL AR, 5 4t B F P 1) 11
BFRIAF, Z2HAR: 10em ML (8-10mL E¥K); 6 cm ML/T25 i (SmL &), J&

SR AL A AT R 5 55 77 L b 20 0 55 6 BE R 8

2. H_CD40(TNFRSF5) Reporter 293 Cell Line ZHfaf&4Y,
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d)
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N 37°CIHIRIE TR E 24 h, 8 NGRS L. B NEEBER /N T 50%,
JEK LT IE], AN KT 80%, BIATHEATANMIMLI; & MEEER AT 80%, Al
BT AIRALAR . PR ARG R 77 5L mT R B I A 3R I e AR R At

YA 0.25% Trypsin-EDTA, JHALISEA: 30-60 s.

S L i 55 7R v ) B R R B VR B 7 25, 10 em TN 2 mL PBS ViEgHE 1 I
3¢ PBS, 1 mL jEfLi, 37T JH1L 30-60 s, EAMEE FUIEE, FRANRARE, 408
() B 2, 0 4200 LRI 2 2 LB

2 mL A e R TR A 41t EAL, KA 0 IR ROk, 800 rpm F i B O
5 min.

Ft BI3E, APTE e R IR E R, R AR A A IR A% 7R L AR
IS B2 5, AR AR 2y 30-40%) .
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Btk mA MAEE DA 100% ARG i &

35 mm Dish 2mL 9.6 cm? 0.3 %106 7 x<10° 6 x<10°
60 mm Dish 5mL 28 cm? 0.8 %106 2 %108 1.7 <108

100 mmDish  10mL 78 cm? 2.2 %108 5.6 <108 4.8 <109
T-25 Flask 5mL 25 cm? 0.7 %108 1.8 <106 1.5 <108
T-75 Flask 10 mL 75 cm? 2.1 <1068 5.4 <108 4.6 <108

3. H_CD40(TNFRSF5) Reporter 293 Cell Line 40447

a) P FBS+10% DMSO,

b) {3 A 1000 rpm, 3 min B .

C) ST AN B A R, A R R TR R S % 106 cells/mL.

d) % 1 mL 2RIMMAEAE S, HAEPN 1 mL, RN S5 x 106 cells/mL.
FRET, ESbR0E, BARGAEE THERRE T, 7£-80°C R RIFED 1
K, RRERZERET.
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BRI TR AL, X FACSEE, HE#E H_CDA40(TNFRSF5) Reporter 293 Cell Line 4
oAy 1.3 <104 cells/fL. A2t {#i Ff CDAOL (17.7 kDa) 1EAFIYEZGY), Conc.01 WK E A

3.33 ug/mL, 3 f5EAEFRFE, Conc.01-Conc.09 73 I HEA7E B2-B10, B11 M 0 ¥JEXT . JA

FUII 100 pL PBS, PABG1EIAFLE K .

FURHAT AT

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

3.33 1.11 370.37 123.46 1.52 508.05
CD40L PBS

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

1) ZHMAER

TESTIRRT 16-24h, KA MI S I, LB RIS R e Ak 3
SEFRANN, ATARNE S IR RS Ak FEE VA R VR FE g 1.3 =105 cells/mL. B
HEHEIN 100 uL ZHHALE H ) 20 L. A FAGFLIN 100 L PBS. 5 RAR#, THEAHEE
SR
2) HMER

a) AT LT 96 1LV RSHUE & 2GR

by ®AFFNZY), HH—17 (W1B2-B10) .

c) BHEACE

23R fifi B Wi & 7792
CD40L 25 mg/mL 0.25 mg/mL HY 2 uL 3% + 198 uL Assay Buffer

d) 96 LV, fIA Assay Buffer, #fLIAFIL N, 401 B2 fLANA 162.8 uL Assay

Buffer, B3-B11 fL, I 110 uL Assay Buffer.
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e) I RMRARIAF AL S B, INAZIZE — R REAL T (1 B2 TP 2.2

uL CD40L) , JE%].

BRI | BRISERVREL, ARV BIFLIRAL 55 uL, AL | 3L |
1 2 3 4 5 6 7 8 9 10 11 12
2.2 uL CD40L 110 pL | 120 pL  120pL  2110pk  220pL | 110pL  110pL 110 pL

) MEE—DEREERREAL B2 FHIRHL 55 pL, JIAFIZE —AHEEMSL B3, FE0 R

g) DLBESHE, BEES 9 MEEEREIL (B10) .

3) P ER

Q) HPIR 1 W E AR S, FILH ST 90 pL HEFRdk.
b) I FIHE &t R BEMRE,  FEAL 100 pL.

¢) = bW, T37°CCO, HFfahis: 7h.

d) iSRRI &, A Luciferase.
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