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i) PN F12K +10% FBS+1% P.S

I AR K B TR S F12K+10% FBS+1% P.S+4 pg/mL Blasticidin+0.4 pg/mL Puromycin
B R A 90% FBS+10% DMSO

Assay Buffer: F12K+1% FBS+1% P.S

2. WSFEMHER

T HE %
Reagent Specification Manufacturer/Catalogue No.
F12K 500 mL BOSTER / PYG0036
Fetal Bovine Serum 500 mL ExCell/FSP500
Pen/Strep 100 mL Thermo/15140-122
Blasticidin 10 mg Genomeditech/GM-040404-1
Puromycin 25 mg Genomeditech/GM-040401-1
96 well round cell culture plate Plate PakGent/CL-PT096
96-well White Opaque Plate Plate Thermo/236108
96-well U-bottom Plate Plate Saining/1014010
a-MSH 5 mg RHAWN/R032275
Anti-His mIgG2a Antibody / Genomeditech/GM-59493AB
GMOne-Step 2.0 Luciferase Reporter Gene Assay Kit  1000T Genomeditech/GM-040513C
H RS
Equipment Manufacturer/Catalogue No.
T ThermoFisher Scientific/Countess 3
AR Moleculardevices/SpectraMax L
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TR, K G PRI TR 2K T DA R B AR R S AR
HFIRIRIEL GBH 2-3 580 .

F 70% T BEAR VR A7 8 4138 LA AR5 G 1y L
o IEAN) R AR B G R R T A
MBS R ) MO, BRIES,
176 x g, &0 3 min, FAMITIE, 7 LG
I 1 mL SRR FRAEE R, AT HCH 3 A
£ W G T BOR A M, TR > 3 % 106
cells/mL.

AN TR IR, VR A
F) 2-3 x 10 cells/mL, HRYELHNLEMR A, K
N M B P B A3 B R LA

AR

176 x g, 3 min ZOUCEEANH.

15 F A 4R BB A7 (90% FBS + 10% DMSO)
HEYNN, 4R Ry 5 < 106 cells/mL,
5 1 mL 7 R B4R

FFRET, ENAICE, BSRAE E TR
BEF, -80°CTHRAED 1 K, RIERENR
&b
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h J5, BT UG M BE RS T o A4 i 2 FE R T
60%, BIFTEAT A MIAL AR o HERF AR AL AR LL 61y
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b) CHIMLEGE IR IR Y, 10 em LN 2
mL PBS JE%k 1 k.

¢) FF PBS, Ml 1 mL0.25% Trypsin-EDTA JH§4LTR,
37°C {44k 2-3 min, EAEE FAEE.

d) FRAARARIE, SHAE IR EA L, 4 R U 4
FLSREERT, 0 2 mL A4 R KRR RIS 4
1EVHAL, R 4B/INODIRAT IR, 176 x g Eili &
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e) 7 LiE, it A KEREER, Wik
ARHT A3 P52 234 CHRHh 5 57 IOL T ARUR 200 ff
JETHE, AR A 2 20-30%) -
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b) FBS iFFR 56°C Mk 30 24f, W RIiERMEF
HoawE, ENEERMRSHEKETHH
PR T
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1. BiELie

BRI, ST ASLE, #E#E H MCIR Reporter CHO-K1 Cell Line 41 il &4

1 x 10* cells/FLo AVKSZIGHF o-MSH (1664.88 Da) {E NPBHM: 254, Conc.01 & EEZH 600

nM, 4 fEEEEERRE. Conc.01-Conc.09 43 A HEAT/E B2-B10, B11 24 0 WKEEXT IR R FEFLIMA

100 uL PBS, PABj i fLAE K .

FUBRHEAR 4 R
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
600.00  150.00 | 37.50 585.94 | 146.48  36.62
a-MSH PBS
pM pM pM
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) JiFELR

a) TESCIGHT 16-24 h, FEANMMIEFRMFEUH, TEAE OUEAIIRYTE, A& 5T
AR IR AL RN, RIS IR T DA A SRR R AN IR B 1 % 10°
cells/mL. DAHEFEIN 100 uL i /AL 2 (AL . J& B FLIN 100 uL PBS. & FAR &5,
TR O E L

b) AR 96 1L U AR ME & 25 R R -

o) X THHNEES, HH—AT (BT .

d BHERE

LR N it BER ic & 71

o-MSH 1 mM 0.1 mM HX 2 uL fi#i+18 uL Assay Buffer

e) A AssayBuffer, &FUAMIN TR, W1 B2 fLHIMA 160 uL [ Assay buffer, B3-
B11 A 120 uL ] Assay Buffer.

) RN FERFR A RRIIRE S B IO B —ANBREERRRE L (i B2 SPAIN 0.97 uL

a-MSH) .

TR (R HIRAF Genomeditech (Shanghai) Co.,Ltd
AN P AR g, MR T AR For research use only !

7/ 10




— Q@ m m g o w >

((/; oom EATla

Genomeditech

Genomeditech (Shanghai) Co.,Ltd.
Order: 021-68455258/50432826/50432825
Toll-free: 400 627 9288

Email: service@genomeditech.com

BB BEEERREAL,  HAHT LRI 40 L AIAKAL

Xt HEAL

1 2 3 4 5 6

8

11

12

0.97 uL a-MSH 160 L 120 pL | 120l 120pL  120pL 120 pL 120 pL

120 uL. 120 pL

120 pL

g)  MEE—ABREERREAL (W1B2) I 40 uL WA, A —/AMERERALS (i

B3) , 74

h) DABGEHE, BERE 9 MHEEMBEIL (B10) .

i) KPR a AR ML, R B

) B B R EEAR R AL NN 100 L.

k) @ BRI, T 37°C COy B3R EEE 16 ho

) ek, #E 96 FLAJEHR EHL, Al Luciferase.
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Fig. 2 Response to a-MSH. The H MC1R Reporter CHO-K1 Cell Line (Cat. GM-C39435) at a concentration of
1E4 cells/well (96-well format) was stimulated with serial dilutions of a-MSH (RHAWN/R032275) in assay buffer
(F12K+1% FBS+1% P.S) for 16 hours. The firefly luciferase activity was measured using the Luciferase Reporter
Assay Kit (Genomeditech). The maximum induction fold was approximately [12.6]. Data are shown by drug molar

concentration.
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