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PTHIR CHURFSBRIER 1 5244 2 FUIRSS i 1 (Parathyroid Hormone 1, PTH) 1 PTH
HMRE A (PTHIP) 55 R 2524K, JBT G BBk (GPCR) Kjik. fEAMKN, PTHIR
TEB A IE P R ThREUON R, FES HMI4ER . B ERK. DL . PTHIR
i T CREBC(CAMP J N 76 3 45 5 88 FDAS 5l i, 781 AU kS 21 5 25 ] - Teriparatide
A1 Abaloparatide /& PTHIR Hiahs, id45& PTHIR 1M JE 305 S8, 5 9 5l 40 i )
e, (EHE S B AR 5 B2 R SN BR T HG, WT T B D RA i S HLA B A6 095 55 777 T
FIATT o

FHAY) H_PTHIR Reporter 293 Cell Line 2 5 K4HM0 &, & —Fh Luciferase i 153
KIAEM R . A S 2SS, Woh NIEE S, W SBO6ER (Luciferase) I3RIE .
Luciferase BEAH EMRAS Sl B FOROEROR, B AT AT PTHIR AHSR WIS RICR VRO -

Teriparatide @) or () Abaloparatide

T P PTTHIR T

ATP

(I (IR
L (i
AU || | [ AYAY] iy
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Luciferase =

AR
Ly T T T vy

Fig 1.5 ¥R = B
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v MIREE
1. giffsEsR. RF. RAEAES

AN Iy H IR DMEM+10% FBS+1% P.S
AR R B TR DMEM+10% FBS+1% P.S+4 pg/mL Blasticidin+0.75 pg/mL Puromycin
2 R AT 90% FBS+10% DMSO
Assay Buffer: DMEM+1% FBS+1% P.S
2. WM HER
e
Reagent Specification Manufacturer/Catalogue No.
DMEM 500 mL Gibco/C11995500BT
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 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
Teriparatide 1 mg MCE/HY-P0059
Abaloparatide TFA 5mg MCE/HY-108742A
GMOne-Step 2.0 Luciferase Reporter Gene Assay 1000T Genomeditech/GM-040513C
Kit
EIRVE
Equipment Manufacturer/Catalogue No.
i IR A NS ThermoFisher Scientific/Countess 3
B hRAL Moleculardevices/SpectraMax L
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1. Z4EEH

E: ABRREIFTE, SAERERAF 45 SRR I

HETE. MRENEI MG H RS T, HWHETHR

R, EEFE-70T, BALE-70C FTHRAFER BN

PR,

a) 37°CIKIBIATIRE TR TR AL, INATRE R
T FREE 5 mL & 15 mL B0

b)  MIBRZEUHH X H VR A A i R GE BN 37°CHE IR K
TR, K AN RIS 2K TH DA R R RS R
HEININIGEL Gas 2-3 2450 .

c) FH 70% Z B HER A7 SN DL AR TS B L
o EAEY RSN BRI G O A E R Al
MERHEBEIS T ) WEOES, BERE,
176 xg, &5 3 min, {F4HEyE, 7 Bib.

d) fH 1 mL So5EsRiksE g, w0 A
BM R T SR AN, FEAT > 3 x 10°
cells/mL.

e) EAMINEFIEIREEAIL, R M
#) 2-3 x10° cells/mL, HRHE4HNER AR, K
A e ) G0 B RS R L

3. AR

a) ] 176 xg, 3 min B.LU LM .

b) fsf FH A ZH AR A7 (90% FBS + 10% DMSO)
YN, ZHH R A 5 < 108 cells/mL,
E 1 mL RN RAE .

¢ rEREET, E4bmdE, BAEEE TR
WEH, -80°CTRFEAD 1R, R 2
LR

2. ZHpEAEAY (BL 10 cm MHH))

T REGERLE 2R, FHERERE, FHRR

BhRER, BERASHEIERNEKEFRE.

a)  dHMh bR AAE, WhEEAEK . B FRAE IR E 16-
24 hJ&, B N LSEANGEERS DL, A P
IAF] 80%, FHEMATAUMALI. HEFEANIAEAR
Ll 1:3-1:4, 2-3 RALAR. IR ORFR % BEA
i 80%, 75 U T i 2 DR 40 M 52 F145% 1 T 5 50

b) CKFMEREFRE B R R L, 10 em MU 2
mL PBS ¥t 1 K.

c) 3 PBS, il 1mL 0.25% Trypsin-EDTA YLK,
37C 1k 30-60's, TWiMEE F M.

d)  FPARARARE, SHAEIRI AR L, 4 B T 4R
Ji BOHEERY, N 2 mL A AKE RIS
IETHAE, RN IRET TR OR, 176 <g IR &

L» 3 min.

ERFEW:

a) MMRIEF, RAREE, BTEEIAR &
ABRSEVREFE, RE&BeRE, HRERH
MR, AREKEEETRE.

b) ERRRE BT 80%, T MF 4 F4HA
R BB ET FBOS RS .

c) FBS & 56 T n#k 30 53-8k, AT KiGEMaA
W E, EARERWRSHEKEFHH
NS e ey 8
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Ny ERGE
1. BOEFIRHESE S

BRI AL, XA, #EFE H_PTHLR Reporter 293 Cell Line 4iffi &4 1.5
x10* Cells/fL. #4577 Teriparatide (4117.72 Da). Abaloparatide TFA (4074.61 Da, DL R {ij
PR Abaloparatide) #24RZ4¥ % (Conc.01) $4°4 7.5 ng/mL, 4 {6 EEMRE. Teriparatide Xf 5
Conc.01-Conc.10, 43 5lfEfifE B2-B11, B12 vy 0 ¥REEXIH; Abaloparatide %% Conc.01-

Conc.09, 437lHEA{E C2-C10, C11 A0 REXIIE. Ay 100 uL PBS, PABG1EIAFLEER o
FUAR AT R«

] ] 750 | 1.88 | 468.75 : : 732 183 : 114.44  28.61
Teriparatide | PBS

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

) 7.50 1.88 | 468.75 . . 7.32 1.83 . 114.44
Abaloparatide PBS
pg/mL | pg/mL | ng/mL ng/mL ng/mL

1) hnkeBER
a) FESCIGHT 16-24 h, AU IEFRM P ECE, BOUCEAIIRYTE, R e AR TR
Hokk, RIS L PR e e R IR AR R AR R Oy 1.5 %< 10° cells/mL.
PAHERIN 100 uL gl i/ fLZE R L. AL 100 uL PBS. 7 bARE, Tigsah
A= BUR
b) AEH 1 ATCH 96 ALV ERARME & 2R R .
c) BRI, fEH—1T (41 B2-B10)

d) BHEACE

23R fifi BB Iie & 5%
Teriparatide 10 mg/mL 1 mg/mL B 2 uL fi#%#i+18 pL Assay Buffer
Abaloparatide 10 mg/mL 1 mg/mL HU 2 uL fi##i+18 puL Assay Buffer
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e) 96 fL V EHRH, SN Assay Buffer, SFLAFIIL R, W B2 FLANA 160 uL Assay

Buffer, B3-B11 fL, A 120 uL Assay Buffer.

) I FEAAR R IR R BB, IR — MR R (i B2 A1 B3 73l

BAA 1.21 uL Teriparatide 1 Abaloparatide) , 7E%].

B | BREERRREIL, MM ATTLIRAT 40 pL, AIAVRAL | %o |
1 2 3 4 5 6 7 8 9 10 11 12
|
1.21 pL Teriparatide JIIPN 160 pL  120pL | 120pL | 120puL 120l 120l 120pL | 120l | 120 pL | 120 pL
Xof B2

1.21 puL Abaloparatide | JHA 160 puL 120 uL ‘ 120 uL ‘ 120 pL 120 pL | 120 pL 120 pL ‘ 120 L 120 uL | 120 pL

9)  ME L ABREMFESL B2, C2 FF oyl 40 ul, AR B XS R IEE 2 ASBh

FfL B3. C3, 7 RA.

h)  DABESEHE, EZE&Hm—MEEME (B10. C11) .
) KPR a AR, RFE R
D) AP ER h ER L RS AR R, BESL 100 pLo

K) % F#iaE, T 37°CCO2 BFMhk: 6h.

) AR LA &, A Luciferase.

2) HEZEFEKI
2% 4% B DU L 15 -

. ) 0 pg/mL 7.50 pg/mL 28.61 pg/mL
Teriparatide
264694 8984674 237337
) 0 pg/mL 7.50 pg/mL 114.44 pg/mL
Abaloparatide
294444 7719469 344134
AR (Rl BIRAF Genomeditech (Shanghai) Co., Ltd
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3) WirgER

Luminescence (RLT)

Luminescence (RLU)

Luminescence (RLU)

H_PTHIR Reporter 293 Cell Line

1107
$x105
6x10°-
4%100+
2x105
0 r . .
-4 2 0 2 H
Logyo[Teriparatide] (nM)
H PTHIR Reporter 293 Cell Line
EC50 | 0.8454

Fig 2. Teriparatide 7% 40 ilE 45 51
A LK 24 AT T3 B AR P58 T B R AR 52 1) i B/ &)

H_PTHIR Reporter 293 Cell Line
1x107
8x10°4
6X]ﬂ“'
4x10%4
2x105
04 T T 1
-6 -4 -2 1] 2
Log g[Teriparatide] {pg/mL)
H PTHIR Reporter 293 Cell Line
LC50 | 0.003481
H_PTHIR Reporter 293 Cell Ling
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41094
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U L} L} L] 1
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Log o[ Abaloparatide] (ug/mL)

H_PTHIR Reporter 293 Cell Line

EC50

0.04509

Luminescence (RLU)

II_PTIIIR Reporter 293 Cell Line
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6)( l 0 (=
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0 r . .

2 0 2 .

Log g[Abaloparatide] (nM)
IT PTITIR Reporter 293 Cell Line
EC50 | 11.07

Fig 3. Abaloparatide 3% % E 45 3
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AGHAE Z 7 SRR, AR TAEFT R % .

AP A T N KBRS, BAMS BT N R RS

FHP B Ry HER 2 Al 55 1A 55 =7 AR L R AT #E 249 58 ROV L P9 A8 AR R R AR, ANFHEAT 18 M6, TR
AFFEUEFT AR SR CRIERIBNLD 22k 8. Feab sl UL Al 77 S F 3 i A= M0 h ok .

TR AT S A B DA 38, UESE RS H bR (i) A IRA R I Ve,

PERIEIC AR E W AR (B FIRAF.
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