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1. 4iffsEsR. RF. RHEAES

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
2R AT I 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 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
Recombinant Human TSH 50 ug Novoprotein/DRA17
Anti-TSHR mIgG2a Antibody(KSAb2) 20 ug Genomeditech/GM-87935AB
GMOne-Step 2.0 Luciferase Reporter Gene Assay 1000 T Genomeditech/GM-040513C
Kit

AL A
Equipment Manufacturer/Catalogue No.
2 T A ThermoFisher Scientific/Countess 3
AR Moleculardevices/SpectraMax L
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1. BARIESER

FAESBERREAE, XHFASEES, #E7F H TSHR Reporter CHO-K 1 Cell Line 41 it &y
1% 10*cells/fL. A VX358 B Recombinant Human TSH (25.9 kDa; LA R f&#% Human TSH)
YENBHIEZG4), Cone.01 WKFEHN 20 pg/mL, 3 f5HHEREE, Conc.01-Conc.09 73 7 HFAi 7£ B2-
B10, B11 4 0REXE. J LA 100 uL PBS, BAB (b FLAE K

FUBRHEAT T
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PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
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BAE
a) A 1 ATEHE 96 I VI RARER 2R R .
b)  FAMFMGUA, 4T (1 B2-B10)
¢ BHERCE
B ATR fi# K BR e & 575
Human TSH 1.91 mg/mL / B HAER

d) 96 fL V fLHRH, BRI Assay Buffer, #FLIAFIL TR, 41 B2 fL4rAl A 163.27

uL Assay Buffer; B3-B10 L, 73/l 110 uL Assay Buffer.
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Fig 2. Response to Recombinant Human TSH. The H_TSHR Reporter CHO-K1 Cell Line (Cat. GM-C39741) at a
concentration of 1E4 cells/well (96-well format) was stimulated with serial dilutions of Recombinant Human TSH
(Novoprotein/DRA17) 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 [18.9]. Data are shown by drug mass concentration.
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Fig 2. Response to Anti-TSHR mIgG2a Antibody(KSAb2). The H TSHR Reporter CHO-K1 Cell Line (Cat. GM-
C39741) at a concentration of 1E4 cells/well (96-well format) was stimulated with serial dilutions of Anti-TSHR
mlgG2a Antibody(KSAb2) (Cat. GM-87935AB) 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 [19.9]. Data are shown by drug mass concentration.
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Fig 3. Inhibition of Recombinant Human TSH-induced reporter activity by Anti-TSHR hlgG1 Antibody (K1-70).
Serial dilutions of the Anti-TSHR hIgG1 Antibody (K1-70)(Cat. GM-89065AB) were incubated with 1E4 cells/well
of the H TSHR Reporter CHO-K1 Cell Line (Cat. GM-C39741) in a 96-well plate for 1 hour in assay buffer
(F12K+1% FBS+1% P.S). Subsequently, the Recombinant Human TSH (novoprotein/DRA17) at a density of 5
pg/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.

fii3% 2 TheEgts e tERIES R -

H_TSHR Reporter CHO-K1 Cell Line

- EC50
©- CP4 0.01425
20 A CP14 0.01981
CP29 0.01493
=) 15+ /
= y
= 104
5-
0 -1 T T 1
-6 -4 -2 0 2

Log;o[Anti-TSHR] (pg/mL)

Fig 4. The passage stability of response to Anti-TSHR mIgG2a Antibody(KSAb2). The passage 4, 14, and 29 of
H_TSHR Reporter CHO-K1 Cell Line (Cat. GM-C39741) at a concentration of 1E4 cells/well (96-well format)
were stimulated with serial dilutions of Anti-TSHR mIgG2a Antibody(KSAb2) (Cat. GM-87935AB) in assay
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buffer (F12K+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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FL11-H :: APC-H

Fig 5. The passage stability of the H_ TSHR Reporter CHO-K1 Cell Line (Cat. GM-C39741) was determined by
flow cytometry using Anti-TSHR mIgG2a Antibody(KSAb2) (Cat. GM-87935AB).
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