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1. 4iffsEsR. RF. RHEAES

2 0 B2 5 B TR I DMEM+10% FBS+1% P.S
AR R B TR DMEM+10% FBS+1% P.S+4 pg/mL Blasticidin+75 ng/mL Puromycin
2 R AT 90% FBS+10% DMSO
Assay Buffer: DMEM+1% FBS+1% P.S

2. BAIFEHHEE

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 round cell culture plate Plate PakGent/CL-PT096
96-well White Opaque Plate Plate Thermo/236108
96-well U-bottom Plate Plate Saining/1014010
Recombinant Human TSH 50 ug Novoprotein/DRA17
Anti-TSHR mIgG2a Antibody(KSAb2) 20 pg Genomeditech/GM-87935AB
Anti-TSHR hlgG1 Antibody (K1-70) / Genomeditech/GM-89065AB

GMOne-Step 2.0 Luciferase Reporter Gene Assay 1000 T

Genomeditech/GM-040513C

Kit

A A
Equipment Manufacturer/Catalogue No.
T ThermoFisher Scientific/Countess 3
B ARAL Moleculardevices/SpectraMax L
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B SRR, X T A2, i H TSHR Reporter HEK-293 Cell Line 4 i &
N 1.5 % 10% cells/fL. AIKSZ5 {3 F Recombinant Human TSH (LA R f&##% Human TSH) {EHN
FHPEZ45%, Conc.01 WL 10 pg/mL, 3 {58 BEMiRE, Conc.01-Conc.09 73l HEAR /£ B2-B10,

B11 M 0 MEXTEE . FEEIFLIIA 100 uL PBS, PARj I FLAE K .

FUBRHAT U0 T -
1 2 3 4 5 6 7 8 9 10 1 12
PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS
10.00 | 3.33 37037 12346 4115 1372 457 152
PBS

Human TSH PBS

pg/mL

PBS

pg/mL  pg/mL

PBS PBS

ng/mL

PBS

ng/mL

PBS

ng/mL

PBS

ng/mL

PBS

ng/mL | ng/mL

PBS PBS

PBS

1) PR
a) TESEIOHT 16-24h, HAifu NEEFRM P, AL B OUSCERIITTE, (R e 4
B RSN, AAENLTE R TR, DA SE e R R R R AR B 1.5 % 10°
cells/mL. VAHEFEIN 100 pL 4H/FL 2408 10 ANFL. FERFLIN 100 L PBS. % I
Wi, T AR .
b)  fEH 1 ANTGE 96 £l U JRBRE& 25 FE o
¢ BB, EH—47 (I B2-B10) .

d)  BREECE

P B 7 1%
LA A

Yy AT feli BER

Human TSH 1.91 mg/mL /

e) 96 L U FLMH, M Assay Buffer, #fLAFRIL TR, W B2 fLA0A 180 uL

Assay Buffer; B3-B10 L, 737l 120 uL Assay Buffer.
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Fig 3. Response to Anti-TSHR mIgG2a Antibody(KSAb2). The H TSHR Reporter HEK-293 Cell Line (Cat. GM-
C42612) at a concentration of 1.5E4 cells/well (96-well format) was stimulated with serial dilutions of Anti-TSHR
mlgG2a Antibody(KSAb2) (Cat. GM-87935AB) in assay buffer (DMEM+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 [18.0]. Data are shown by drug mass concentration.
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Fig 3. Inhibition of Recombinant Human TSH-induced reporter activity by Anti-TSHR hIgG1 Antibody (K1-70).
Serial dilutions of the Anti-TSHR hlgG1l Antibody (K1-70)(Cat. GM-89065AB) were incubated with 1.5E4
cells/well of the H TSHR Reporter HEK-293 Cell Line (Cat. GM-C42612) in a 96-well plate for 1 hour in assay
buffer (DMEM+1% FBS+1% P.S). Subsequently, the Recombinant Human TSH (novoprotein/DRA17) at a density
of 5 ng/mL was added, and the coculture proceeded for an additional 15 hours. Firefly luciferase activity was then
measured using the Luciferase Reporter Assay Kit (Genomeditech) (left Y-axis, relative luminescence units), with

inhibition percentages shown on the right Y-axis. Data are shown by drug mass concentration.
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Fig 3. The passage stability of response to Recombinant Human TSH. The passages 8, 16, 26, 31 and 36 of
H_TSHR Reporter HEK-293 Cell Line (Cat. GM-C42612) at a density of 1.5E4 cells/well (96-well format) were

stimulated with serial dilutions of Recombinant Human TSH (Novoprotein/DRA17) in assay buffer (DMEM+1%

FBS+1% P.S) for 16 hours. The firefly luciferase activity was measured using the Luciferase Reporter Assay Kit

(Genomeditech). Data are shown by drug mass concentration.
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Fig 4. The passage stability of the H_ TSHR Reporter HEK-293 Cell Line (Cat. GM-C42612) was determined by
flow cytometry using Anti-TSHR mIgG2a Antibody(KSAb2) (Cat. GM-87935AB).
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