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1. ZiffsEsR. HRF. RAEFES

AN Iy H IR F12K+10% FBS+1% P.S
AR R B TR F12K+10% FBS+1% P.S+4 pg/mL Blasticidin+4 pg/mL Puromycin
2 R AT 90% FBS+10% DMSO
Assay Buffer: F12K+1% FBS+1% P.S
2. BAIFEHHEE
e
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 96-well PakGent/CL-PT096
96-well White Opaque Plate 96-well Thermo/236108
96-well U-bottom Plate 96-well Saining/1014010
Calcium chloride anhydrous, for cell culture / MCE/HY-Y0406E
Etelcalcetide (hydrochloride) / MCE/HY-P1955A
GMOne-Step 2.0 Luciferase Reporter Gene Assay Kit 1000 T Genomeditech/GM-040513
A AS
Equipment Manufacturer/Catalogue No.
2 T A ThermoFisher Scientific/Countess 3
FEEARAL Moleculardevices/SpectraMax L
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MBI EIS % O MEOE R, BRIES, b)) KBRS %, 10 em M0 2
176 x g, 50> 3 min, fEFHMPTIE, 7 G- mL PBS JE¥E 1 K.
d) fFH 1 mL BpssaritEE, w8 H ¢) # PBS, Ml 1mL0.25% Trypsin-EDTA JH4LI#,
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BRI TR AL, X T ASSE8, #E#E H CASR Reporter CHO-K1 Cell Line ZH il &y
1 x 10* cells/fLo AR 356 # H Calcium chloride anhydrous, for cell culture (LA fi#jFK CaCly)

YENBAME 254, Cone.01 ¥ 20 mM, 2 £ FE #% B, Conc.01-Conc.09 437l HEAi 7E B2-B10,

B11 4 0 ¥REEXT IR, A FEIFLIIA 100 pL PBS, A7 1EAFLAEK
AR AT R
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TESEIGHT 16-24 h, KA M MBS FRH R AU, YAk BSOS IIE , A & B e A 7
FEE BN, RIS IR, B SE AR IR R A AR B 1 % 10° cells/mL.  PAHE
HEIm 100 uL A f/ALZE F0E] 10 ANFL. J&FEIFLIN 100 uL PBS. # B4R, T4 E it
BAEH .

a) A 1 ANER 96 £L U JRARHE & 2510 R o
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CaCl,

100 mM

/
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d) 96 fL U fLHRH', SN Assay Buffer, & FUAFRIL T2, a1 B2 fL43Al A 240uL

Assay Buffer; B3-B10 L, Z3#liiA 120 uL Assay Buffer.
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e) WRHUANFMAFRAOFRFIRE bt BRI BUSE— MR EERRESLF (Ul B2 FIA 60 uL
CaCl) , J&5].
B | BRISERVREAL, (RO ATFLIRIR 120 uL, IOAIKIL | il |
1 2 3 4 5 6 7 8 9 10 11

12

60 pL CaCl

240uL 120 uL 120 uL | 120 pL 120 L 120 uL 120 uL 120 uL 120 uL

g)
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MEE—ANEERERREFL B2 14 BT 120 pL, IIAFIE ZMBEREERAL B3 1, 785
pE

PASEISHE, E2% 9 MEEMEAL (B10) .

Wi BB LB, BEALINSTE 100 uL 55575k

BN Z R 8 1 BB FERRREMR, A3FL 100 pL

wi bR, T 37 °C CO» HEFRHH T EFR 16 ho

WHE, #2296 FLAJEHR ML, A Luciferase.
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Fig 2. Response to Calcium chloride anhydrous. H CASR Reporter CHO-K1 Cell Line (Cat. GM-C47275) was
seeded at a density of 1E4 cells per well in a 96-well plate and incubated overnight. The next day, serial dilutions
of the Calcium chloride anhydrous (MCE/HY-Y0406E) were added to the pre-seeded cells. The mixture was
incubated for an additional 16 hours. The firefly luciferase activity was measured using the Luciferase Reporter
Assay Kit (Genomeditech). The maximum induction fold was approximately [21.7]. Data are shown by drug molar

concentration.
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Fig 3. Response to Etelcalcetide. H CASR Reporter CHO-K1 Cell Line (Cat. GM-C47275) was seeded at a
density of 1E4 cells per well in a 96-well plate and incubated overnight. The next day, serial dilutions of the
Etelcalcetide (hydrochloride) (MCE/HY-P1955A) were added to the pre-seeded cells. The mixture was incubated
for an additional 16 hours. The firefly luciferase activity was measured using the Luciferase Reporter Assay Kit

(Genomeditech). The maximum induction fold was approximately [4.3]. Data are shown by drug molar

concentration.
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Fig 4. The mRNA expression levels of H CASR in the H CASR Reporter CHO-K1 Cell Line (Cat. GM-C47275)
were determined by RT-qPCR.
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