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GM-C03829 H_CD40(TNFRSF5) Reporter 293 Cell Line 5E6 Cells/mL
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1. giffsEsR. K. RAEFES

Y 5T D5 B R DMEM+10% FBS+1% P.S
AR R B TR DMEM+10% FBS+1% P.S+4 pug/mL Blasticidin+1.5 pg/mL Puromycin
AR AR AF I - 90% FBS+10% DMSO

Assay Buffer:

DMEM+1% FBS+1% P.S

2. WIIFEMHER

e
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 ExCell/FSP500
DMEM 500 mL gibco/C11995500BT
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
Human CD40L Protein; His Tag / Genomeditech/GM-84919RP
GMOne-Step 2.0 Luciferase Reporter Gene Assay Kit / Genomeditech/GM-040513
AR
Equipment Manufacturer/Catalogue No.
2 T A ThermoFisher Scientific/Countess 3
B ARAL Moleculardevices/SpectraMax L
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37°CKIR B TR R R 30, IMANTRIE
TrREFREE 5 mL & 15 mL B0 .

MG HH BCHE R AT A R IR BN 37°CHE I
AR, R AR TR 25K IH A T R R 1R B R
%, EFNRIE GEF 2-3 248D .

F 70% & T B 3K VR A7 8 413 DL AR5 G i) L
Bo FEAEM) L AR B & TR VR AR R
MBI O MO, BRRIRY,
176 xg, B0 3min, fFAHMEITE, 7 Eik.
i 1 mL SRk FRAE R, o3 A
& W W gy O v B0nE 4 RS 4 > 3 < 108
cells/mL.

AN TR IR AR AT AN, R T A R 2
Fl| 3-4 <10 cells/mL, H 44t B LA TR, ¥
N B P 1) A3 (S R LA

il b

{1 176 x<g, 3 min B O

18 F T4 4l AR A7 (90% FBS + 10% DMSO)
HORAMM, 20 N 5 < 108 cells/mL,
T 1 mL 2L BI40 VA7 E

FEST, EUMILE, KR E TR
BEH, -80°CTFIRMFRAD 1R, R B

PAL R

AL (BL 10 cm M)

E: WHRERENLE 2R, HAIRERE, FARRSR
EJa, BEHFANGTHEIAERNERERE.

Q) ANy bR, MEEEAEK.

b) EEFMTIEE 16-24h 5, B LSRN MRS L, 440
BFERT 80%, RIPIHEATAARAEIR. PHIRAEAR)S R 958 77
FETRB I NPT R AR IR R . A AL A L]
N 1:3-1:4, 2-3 RAELR.

) CHIMEGE: IR R IR Y2, 10 cm I 2 mL PBS JiE%E
1K

d) 3£ PBS, i 1mL0.25% Trypsin-EDTA JH1ki, 37<C 1k
30-60's, ‘iR FUEE,

e) FremMIAR I, 2 I AR K, o A NI 4t B B BE B
B2 mL A AKEFRER SR, KA O IRAT
ok, 176 xg =i =0 3 min.

f) F#EE, Ayl AR FRAERS, WL
FEr A CRRIERE IR L AR A E i 2 FEh 5, ARAE At i 2
%1 30-40%)

FEEM:
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B, 2-3 RAJUMKEINEE, (A8 2-3 G IEEAR i bb
BT, AR R T .

b) BIRAEASSA 5-10%5E40 M, (HEEHE AR T, 40
P S AR, A4t b BRARS , 4 A K 1 4
TR .
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SR BN T A0 IR S, 76 H IR T T 5 5 S
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d) FBS IfiLi& 7 56T i 30 438k, AT K IEAMAFI #2095
=N EWNGE 3 A pNE2 e oSS ] PSR
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1. BUEFBAE SR

BRI TR AL, X FACSEE, HE#E H_CDA40(TNFRSF5) Reporter 293 Cell Line 4

.
/N~

HiE A 1.5 %104 cells/FL. AR SZ56{# F§ Human CD40L Protein; His Tag (LA Ffiifk: CD40L
Protein; 16.8 kDa) fENBHMEZjY), Conc.01 RN 2 ng/mL, 3 f&5#:EEHFE, Conc.01-Conc.09

A (E B2-B10, B11 4 0 yREEXS . FA LI 100 uL PBS, ULBA bl FLZE K

w

I O m m O o

ST AT
1 2 3 4 5 6 7 8 9 10 11 12
PBS
CD40L 2.00 666.67 222.22 74.07 24.69 8.23 2.74 91449  304.83 PBS
Protein pg/mL | ng/mL ng/mL ng/mL | ng/mL ng/mL ng/mL pg/mL pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) PR
a) FESEIOHT 16-24 h, A NEE IR, WAE ORI DTE, fEHE R
R E SN, ARSI, LS AR IR AR R AN IR 1.5 %
10° cells/mL. PAHEAEIN 100 pL 4 AR/FLZ R 10 ASFL. FEEIFIFLIN 100 uL PBS.
i bR, TR AR .
b) A 1 ANTEH 96 fL V AR HE S 2R .
¢) BARHNZY), fH—4T (1 B2-B10) .
d) EHEACE
2R it BRI fic B 75
CDA40L Protein 2.5 mg/mL 0.25 mg/mL HU 2 uL & + 18 uL Assay Buffer

e) 96 FLV 1, S Assay Buffer, ZFLARFIIL TR, W B2 fLANA 180 uL Assay

Buffer, B3-B11 fL, I 120 uL Assay Buffer.
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) WRECA R ARIRE S BB IANBEE — MR EERREFL (i B2 I 1.45

uL CDA4OL Protein) , E%].

BRI | BRIERVREL, (RO BIFLIRAEL 60 uL, IARKAL Ea
1 2 3 4 5 6 7 8 9 10 11 12
I | T ' T ' ' T T
1.45 uL CD40L

Protei VN 180 ul. 120 pL | 120 L | 120 puL  120pL  120pL 120l 120pL 120 pL 120 pL
rotein

9) M ABEERRESL B2 L 60 uL, HIAFIE —ABEERIL B3, 7R
hy DUEHE, B2 9 MM (B10) .
i) CRDIR a i E SRR, TRFE IS
) NI L B AR, AL 100 pL.
k) o EMGEE, T 37°CCO2 Bi3fEhiE7E6h.
) AR EER R AT &, Al Luciferase.
2) MEZERKN
S A R RS W

H_CD40(TNFRSF5) Reporter 0 pg/mL 2 pug/mL 304.83 pg/mL
293 Cell Line 220991 10910480 229876

3) WiFgR

H_CD40(TNFRSF35) Reporter 293 Cell Ling H_CD40(TNFRSF5) Reporter 293 Cell Line
1.5x107+ 1.5x1071
) =)
z 2
= 1x1074 = 1x1074
3 3
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S 5x10°9 g Sx10°1
g g
= =
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0 5 T T T 1 ] o T T T 1
-4 -3 -2 -1 0 1 -2 -1 0 1 2 3
Logo[CD40L Protcin] (pg/mL) Log;o[CD40L Protein] (nM)
[ H_CDA40{TNFRSFS) Reporter 293 | [ [ H_CD40(TNFRSF5) Reporter 293 |
| EC50 ] 0.02494 | | ECs0] 1484
Fig 2. 30 30 E 45
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