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Fig 2. #l4 Human GIP (& A RH/RP10795CN) #fJEHFR; #2A0T 16-24 h i B H_GIPR Reporter
HEK-293 DDX35™ Cell Line (Genomeditech/# GM-C36478) , &fLANMMIHE 1.5 <10% 4. Wit s 75 14
Mo 3T B3E, IAFRLF R Human GIP, 5% 16 h J54&l Luciferase &, ¥ GraphPad R4t 17 £k
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Fig 3. fill#% Human GIP (& AEHRHH/RP10795CN) FfEEFME; $&AT 16-24 h Fit B H_GIPR Reporter
HEK-293 DDX35™ Cell Line (Genomeditech/# GM-C36478) , HEfLANMUE 1.5 <104 4. Bt B 7240
M FE BiE, ALK Human GIP, 3 25L, W& 16 h 540l Luciferase ({8, i GraphPad :%:
BATHAR M, ABRREEHONfE % . SR B, CP13 {155 CP40 M55, EC50 HfffasE.
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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.
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 Cegrogen biotech/A0500-3010
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 96-well Corning/3912
Treated Microplate
Gastric Inhibitory Peptide (GIP), human 0.5 mg & AR RHE/RP10795CN
GMOne-Step Luciferase Reporter Gene Assay Kit  1000T Genomeditech/GM-040503C
AR

Equipment Manufacturer/Catalogue No.
2 T A ThermoFisher Scientific/Countess 3
B ARAL Moleculardevices/SpectraMax L

T SRR, BATAT A2 3 RS SCE RN BRI sy, BRI RS 5 @ e S A 80 AN AT IR
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1. #HR 2. #fEfEA (B 10 cm M%)

a) 37°CKIBH AR IR IR AL, IIATIRE I . MEEHER 1 E 2R, FREGERE, FARR
BRI SmL 2 15 mL B0 . ShER, BERANTHERERNERERE.

b) MBRETHCGERAMMRIFRE AN 37°CHH a) gAMLy BRARi, IGEEAEK. BRSRAETIRE
IR, AR BUENR 27K PN R AR 16-24h J&, 8 N SAMMNGEERS I, M40
R, ERINIAIE GBS 2-3 280, HERT 80%, BN HEATAHN L. HETRAH

)  H 70%ZBEHIRAFE SN AR5 4L L FAEAR LB 1:3-1:4, 2-3 RAEAR.

o A e TR EAE TR b)) RIMEEE IR R RIS 10 cm MU0 2
M SRR R R ) KEOE T, BRR mL PBS %L 1 K.

%), 176 x g, B0 3min, fE4HpyTHE, 5+ L ¢) 3 PBS, 51 mL 0.25% Trypsin-EDTA JH1{L
He W, 37°C WAk 30-60 s, I LS.

d) M 1 mL So5ERRREE, ARG d)  fR4EiARRE, gAML R AT, 4 IO
M EWHEGR O BR AN, SR> 3 x 10 A EREERT, 0 2 mL 2 AR KRR
cells/mL . S bTEA, AN LIRET IR, 176 x g

e) JEMAMNEIFREIRIEMILA, R 2 B0 3 mins
JEE] 2-3 x 10° cells/mL, MRABMMEREME o) FF LG, 4UPIEMNAEKERIEEE, R
PRI B Sl R IR LA FACHT AR S 70 i CHR A 55 9% L T AR 24

fE LT, AU B2 30-40%)
N ERE:

3. GHIYRAT NIRRT, LS, BTIERIAR,

a) M 176 x g, 3 min B ORI SRBAWARTHE, RERER, #RA5

b) i FH A A0 M R A7 (90% FBS + 10% EAM=SS, AREKEEATRE.
DMSO) HEE4iMl, A LN 5 < 10°
cells/mL, #FE 1 mL 733 B4R AAE

c) TR T, EMhRdE, RMIRFEE TR
BElR AT, -80°C M rfrEd 1R, RIRFF2
EN/E

R mitms, e Aw: o
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+H. FHAFE D
1. Assay HiFsEL

AR D IR AR 4 s ) R B AL, X T AR RSES:, % H_GIPR Reporter HEK-293
DDX35™ Cell Line 2l &y 1.5% 104 cells/fL. A~{k=2568 B Gastric Inhibitory Peptide (GIP),
human (4983.6 Da; LA Rfiai#k Human GIP) fENBHTEZGY), Conc.01 2SN 100 nM, 4 545

FE#F%, Conc.01-Conc.11 4 HIHEAR/E B1-B11, B12 24 0 ¥R xF & . J& H FLnA 100 uL PBS,

AR 1EIL FLEE K
FLAR A R -
1 2 3 4 5 6 7 8 9 10 11 12
Human 39063 97.66  24.41
GIP
PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS
1) PR

a) (ESCIGRT 16-24 h, FANMAREIR I, AR ORI RYTE, fEAE R TS
SR E RN, ARSI, L e ek IR R R A IR 1.5 %
10°cells/mL. PAHEAEHN 100 uL 4 /FLZ=F L. FFEIFFL 100 pL PBS. & EAR
wi, TR E R .

b) fEA 1 /NTCH 96 £L VR 2R RE

c) BEAMFIGLA, AT (1 B1-B1L)

d) ERHBHER

ZW K fil il (530 L WIRES

Human GIP 0.5 mg/mL (100 pM) 0.05 mg/mL (10 pM) HY 2 pL fi##i+18 uL Assay Buffer

e) 96 FLV JEMF, A Assay Buffer, #%fLIAFIL N, 41B1 fLINA 145.2 uL

Assay Buffer, B2-B12 L, Ml 110 uL Assay Buffer.
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) WA R ARIURE S BB IMNEEE — MR EERREFL (i BL i 1.47

uL Human GIP) , &%].

RO | BARERETL, HCUCMNAITLIRIN 36.67 pL, AL B

1 2 3 4 5 6 7 8 9 10 11 12

1.47 uL. Human 145.2
GIP L 110pL  110pL | 110pL | 110l 110pL  110pL  110pL 110l 110puL 110 puL | 110 pL
u

9) ME—ANFRIL BL FIREL 36.67 uL, A MR B2, FERS.
hy DAERHE, B2 11 MEERBIL (B1D .
i) CRDIR a i E IR AL, BESLIRIT 100 pL B
) IMAEREERRELFHIZ59, 100 pL &L
k) 15 EWREE, T 37°C CO 8374687 16 h.
) EH RS R E, B Luciferase.
2) #weEFE N

S it B DA 1 B A
H_GIPR Reporter HEK-293 0nM 100 nM 95.37 fM
DDX35™ Cell Line 1013818 30298613 1112439
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