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1. MfEIESE. G EHRNEE

i) PN DMEM+10% FBS+1% P.S
A ARG TR DMEM+10% FBS+1% P.S+400 pg/mL G418+0.75 ug/mL Puromycin
B R A 90% FBS+10% DMSO
2. BHIFEMHEE
R
Reagent Specification Manufacturer/Catalogue No.
Puromycin 25 mg Genomeditech/GM-040401-1
G418 lg Genomeditech/GM-040402-1
Fetal Bovine Serum 500 mL ExCell/FSP500
Pen/Strep 100 mL Thermo/15140-122
DMEM 500 mL Gibco/C11995500BT
CGRP (Human) 200 pg phoenixpeptide/015-02
CGRP Il (Human) 200 pg phoenixpeptide/015-07
Anti-CALCRL RAMP1 hlgG2 Antibody(Erenumab) / Genomeditech/GM-51996AB
ERSV e
Equipment Manufacturer/Catalogue No.
A X ThermoFisher Scientific/Countess 3
A A DUve 2 e JRRe E BREE & (B AR A F]/CytoFLEX
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TR, B A TR S K IH DL T R R SRR 24 hJ5, BT AUEEA M BERE L, A M A
HE NIt GEE 2-3 7% . KT 80%, RIATHEATAAEAR. HEFFA AL AR

c) I 70% Z B AR VR AR A AN DA RRAR TS B L el Ay 1:3-1:4, 2-3 RAEAR.

o EEMZEMBGBG G TGS TN b) ISR FMRT IR, 10 om L0 2
MR RP R O MELEY, BRREY, mL PBS ¥t 1 k.
176 xg, &0 3 min, fF4HMLYTHE, 37 L. C) # PBS, /1 1mL0.25% Trypsin-EDTA JH4Li#,

d) M 1mL IR FRAEEE, ARG H 37C 44k 30-60's, A gL,

AW RO BOIEMIR, WM 3 x 106 d)  FRRASE, ARSI NI 4G
cells/mL. fit BSHRBET, 0 2 mL A KRR IER A&
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AR £00 25 43 A8 AR 948 35 7% DL T R 4 ff 25
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b) P FA GG (90% FBS +10% DMSO) WD, MRECERBTRE.
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B 1 mL S SN R A7
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Normalized To Mode
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264K, JH4LH CALCRL RAMPI1 HEK-293 cell line, H{100 pLZHfE% (4
U FHPBSTR B IR B 92 <108 cells/mL) , MIAIEE M EHPIA (Anti-CALCRL

RAMPI higG2 Antibody(Erenumab)) , 4°Ci#tHi¥ &1 he
IA1-2 mL PBSHME, HEE DK,

IR CHRIC ) 3T, 4°CREGHT E 30 min.

1000 rpm & 025 min, Z:F% FiF, F300 uL PBSH &.
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| HEK-293 anti-CALCRL+APC-2nd Ab

Geometric Mean : FL11-H
4074

HEK-293 H_CALCRL RAMP1 H_IgG+APC-2nd Ab

1574
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HTRF cAmp Assay EC50
H_CALCRL RAMP1 HEK-293 Cell Line
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. 1.2x10°1

IS

S o

i

©

) 810+

[{o]

e

=

T 4x10%

L

o

|_

T

0 L] L] 1
-10 -5 0

Log1o[CGRP 11] (ng/mL)

Fig 3. ¥ H_CALCRL RAMP1HEK-293 41}l LA 7500 cells/fL FI% EE R T (32 384 FLALFLIR (5 /L) .
BE J5 W Ino#h B2 M BN CGRP Il W W, JFfE E W T %W & 30min « R 5 A
HTRF cAMP Gs Dynamic Detection Kit ( revvity/62AMAPEB ) % & |~ 7 ¥ M H 3 4T #% W , f#F A
Molecular Devices i3x 2 HJREEARAX, LA 340 nm ¥k 6+ 7E 616 nm Al 665 nm 3K Tl KHES. E5MH
PL 665 nm/616 nm *100000 (HTRF Ratio) Fiw, FHHTFiH5 EC50 {H.
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Fig 4. ¥ H_CALCRL RAMP1HEK-293 41l LA 7500 cells/fL. K% FEE R T (3 384 FLAFLIR (5 pl/AL) .
B8 J5 W Bk B MR OB AN CGRP W W, M EW MM E 30mn. R JEMHA
HTRF cAMP Gs Dynamic Detection Kit ( revvity/62AMAPEB ) 4% M8 | 7 ¥ M H 3t 4T #H W , £ A
Molecular Devices i3x 2 ZHAEIEARAX, LA 340 nm 6. 7E 616 nm F1 665 nm P& Fill e KAHE . 5 51H
PL 665 nm/616 nm *100000 (HTRF Ratio) 7w, 3115 EC50 1H.
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