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1. SR, R7F. ERlHlnE%

20 52 5 TR DMEM+10% FBS+1% P.S
eSS e = DMEM+10% FBS+1% P.S+4 pg/mL Blasticidin+400 pg/mL G418+0.75 pg/mL
Puromycin
2 ML A7 90% FBS+10% DMSO
Assay Buffer: DMEM+1% FBS+1% P.S
2. BAIFEMHEE
W HE %
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
G418 lg Genomeditech/ GM-040402-1
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
Human IGF-1 Protein; His Tag / Genomeditech/GM-87635RP
Anti-IGF-1R higG1 Antibody(teprotumumab) / Genomeditech/GM-87441AB
GMOne-Step 2.0 Luciferase Reporter Gene 1000T Genomeditech/GM-040513C
Assay Kit
LAY A
Equipment Manufacturer/Catalogue No.
il E i ThermoFisher Scientific/Countess 3
BEEARAX Moleculardevices/SpectraMax L
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dy A | mL EoaRiER, WHCHEAMER  d)  FRAUMARE, 4R BRATE, o 40 KT G
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e) IEILAMINE FRRE RN, AR A > 3 min.
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A e ) G 0E B RS R L
3. YR L
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1. BEhIRAESER

Z2(E

SCURAT R AR A, X ASEES, % H IGF-1R Reporter Cell Line i &N 1.5 x

10* cells/fL. AR SL564# H Human IGF-1 Protein; His Tag fEABHYEZ Y (8.5 KDa; LA R fEj#R

IGF1) , Conc.01 ZKJEH 6 pg/mL, 3 fEti MR, Conc.01-Conc.09 73 HIHFAT7E B2-B10,

BI1 M 0 WKEEXTE . FEEIFLIIA 100 uL PBS, LR FLAE K .

LR AT I T
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
222.22 74.07 24.69 8.23 2.74 914.49
IGF1 PBS PBS
pg/mL  pg/mL  ng/mlL ng/mlL ng/mL ng/mL ng/mlL ng/mlL  pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) ke IR

a) TESCIRTET 16-24 h, UMM EE TR A, AR OUCEEARTTE, TG E
SEARE R A E SN, RIS SR, D e AR R A R A IR D 1.5 %
10° cells/mL. VAHEFEIN 100 uL 20 A/AL 2 A1 L. JARIFFLI0 100 uL PBS. 3 EAR
#, TR E R

b) A 1 ANTER 96 LV JERARAE R 25 F6 R

c)  BAFHNZA, fFH—47 (W B2-B10) .

d) BHARE

2 AR fif iR IS/ [WEWARES

IGF1 1.24 mg/mL 0.124 mg/mL B 2 uL f##fi+18 uL Assay Buffer

e) 96 L VMR, IO Assay Buffer, &fLIARIL T, 41 B2 fLIIA 180 uL Assay
Buffer, B3-B11 L, A 120 pL Assay Buffer.

D) WIS FERRR AR MRS S BRI B — N BEEERREAL T (an B2 HinA 9.15 pL

IGF1D) , 182,
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BRBRHR B EERREAL, HMHTFLIR I 60 uL, AHAIKAL
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9.15 uL IGF1

g)  MEE—ABREERREAL B2 I 60 uL, HIAFIEE ZABREERGAL B3, FMRA.

h)  DAMEHE, ERE O MERBIL (B10) .
) KPP a i E R4 FLBRCICH, R EIE 100 pL.
B OMGEER h I B EERR R, AL 100 pL.
k) @ WS, T 37°CCO, HFEME T REFE 16 h.
D) AR P IS, A Luciferase.
2) IREERRN
SR B DI I

0 pg/mL 6 nug/mL

914.49 pg/mL

H_IGF-1R Reporter Cell Line
- 7429 138889
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Fig 2. Response to Recombinant Human IGF1 Protein. The H_IGF-1R Reporter Cell Line (Cat. GM-C28412) at a

concentration of 1.5E4 cells/well (96-well format) was stimulated with serial dilutions of Human IGF-1 Protein;

His Tag (Cat. GM-87635RP) in assay buffer (DMEM+1% FBS+1% P.S) for 16 hours. The firefly luciferase
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activity was measured using the Luciferase Reporter Assay Kit (Genomeditech). The maximum induction fold was

approximately [18.7]. Data are shown by drug mass concentration.

2. | SELE

BRSO, X T ACSESS, #E7E H IGF-1R Reporter Cell Line ZHi&E N 1.5 x
10* Cells/L . 1# f] Anti-IGF-1R hIgG1 Antibody(teprotumumab) (LA T fii#X A teprotumumab; 150
kDa)fE AFAITEZG4), Conc.01 &K FEH 30 ng/mL, 4 586 EREFE, Conc.01-Conc.09 73 HiHEAT
£ B2-B10, BI11 Jy 0 ¥#kEEXS . JA Dy 100 uL PBS, ARG 1EIAFLAER

FLARA -
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1.83
teprotumumab PBS
ng/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) EEDR
a)  SZEORT 16-24 h, B0 H IGF-1R Reporter Cell Line, VAL WU IRTTIE,
PASE G IR iR R NN, TSN B L0 7, s A e i R A U7 2, I
YHBIREEE] 1.5 x 10° cells/mL. PLHEFS N 100 pL 40 AR/FLZE HTEFL. & FERFLIn 100
uL PBS. i FAREE, TiRA I E R
b) A 1 AT 96 LV RARHE R FUIRFRE .
o) BRI, 4T (41 B2-B10) .
d) THERBHE

ik RR fif iR 201 [ WARFS
teprotumumab 1.218 mg/mL / LA AR
IGF1 Protein 0.25 mg/mL / IERE RN AL

e) 96 fL V&M H, SN Assay Buffer, #FLAFIL IR, 40 B2 FLA0MA 160 uL

Assay Buffer, B3-B11 fL, M 120 uL Assay Buffer.
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) BIAS FHARR AR S BRI B2 — AR EEAREAL A (i B2 HinA 8.29 L
teprotumumab) , 7R,
BRI | BRISERVREL, ARVCMBIFLIRAL 40 uL, AL | sl |
1 2 3 4 5 6 7 8 9 10 11 12
| | | T | T
8.29 uL
N 160 uL | 120 uL 120 uL
teprotumumab
g)  ME—ABREFMBEL B2 HIRHL 40 uL, IIAEISE ZABEMREAL B3, RS
h) DABEHE, BERE 9 MEEEMEBEIL (B10) .
i) WCE 2x #yE#H, 600 ng/mL IGF1 Protein (2.17 uL 0.25 mg/mL IGF1 Protein £}k
IONE] 900 uL Assay Buffer 1, JRZJEEA)
i) KPER a WE ARSI, WRFE BTG 100 pL. AREIIADER h HERLFHY
EEEM BRI, AL S0 pL RS, @ ERBURARE AR E 1 h.
k) 1h J&, IABER i #ES L RBEERVER, 4L 50 uL.
) bR, 468 E 16h
m) WA Luciferase.
2) RkEEFRN
Z AR FE R B4
IGF1 Protein + 0 ug/mL IGF1 Protein + 30 IGF1 Protein + 457.76
H_IGF-1R Reporter Cell Line teprotumumab pg/mL teprotumumab | pg/mL teprotumumab
152479 13239 182909
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H_1GF-1R Reporter Cell Line
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Fig 3. Response to Anti-H _IGF-1R hlgG1 Antibody(teprotumumab). Serial dilutions of the Anti-H IGF-1R hlgG1
Antibody(teprotumumab) were incubated with 1.5E4 cells/well of the H IGF-1R Reporter Cell Line (Cat.GM-
C28412) in a 96-well plate for 1 hour in assay buffer (DMEM+1% FBS+1% P.S). Subsequently, the Recombinant
Human IGF1 Protein (Company A) at a concentration of 300 ng/mL was added, and the coculture proceeded for an
additional 16 hours. Firefly luciferase activity was then measured using the Luciferase Reporter Assay Kit
(Genomeditech). The results indicated maximum blocking folds of approximately [11.5]. Data are shown by drug

mass concentration.
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B3R 1 TheeRs e R RiE

H_1GF-1R Reporter Cell Line EC50
©- (P8 0.2229
201 = CP13 0.2256
CP20 0.1775
15+ o CP24 0.1717
- & CP30 0.2443
S 107
5-
0 L] 1
-4 -3 -2 -1 0 1

Log)o[IGF1] (ng/mL)

Fig 4. The passage stability of response to Human IGF1 Protein. The passage 8, 13, 20, 24, and 30 of H IGF-1R
Reporter Cell Line (Cat. GM-C28412) at a concentration of 1.5E4 cells/well (96-well format) were stimulated with
serial dilutions of Recombinant Human IGF1 Protein (Company A) 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.

Bix 2 HAAE e PERE

D Geometric Mean : FL11-H

B Null anti-IGF-1R+APC-2nd Ab 9599

H_IGF-1R Reporter H_IgG+APC-2nd Ab 1400

| | H_IGF-1R Reporter anti-IGF-1R+APC-2nd Ab CP9 1.47E6

| H_IGF-1R Reporter anti-IGF-1R+APC-2nd Ab CP14 1.40E6

B H_IGF-1R Reporter antl-IGF-1R+APC-2nd Ab CP21 1.37E6

M H_IGF-1R Reporter anti-IGF-1R+APC-2nd Ab CP25 1.32E6

— [ ] H_IGF-1R Reporter anti-IGF-1R+APC-2nd Ab CP31 1.33E6

FL11-H :: APC-H

Fig 5. The passage stability of the H_IGF-1R Reporter Cell Line (Cat. GM-C28412) was determined by flow
cytometry using Anti-IGF-1R hlgG1 Antibody(teprotumumab) (Cat. GM-87441AB).
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