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IGF-1R CInsulin-like Growth Factor 1 Receptor, &) ZFEFEA KT 1 240 &—F 75
VUSRAK, HIPIAS o WAEFIPAS B IEAL A J& T M RS2 AR X e . o ARS8 207 T 40
bh, TG IGF-1 REBFRFFAEKEF 1) BUIGF-2 RBFRFEKRE T 2) o B IHZE—
TR LR, WA X . SRR A X, A A XRA IR RS T, 25 58
SIS o IGF-1R M EEIhEE RN T IGF-1 A1 IGF-2 HIf5 51538, Vs 2 Al iz,
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1. SR, R7F. ERlAHES

MR IR R dE DMEM+10% FBS+1% P.S
eSS e = DMEM(Gibco)+10% FBS+1% P.S+4 pg/mL Blasticidin+400 pg/mL G418+0.75
pg/mL Puromycin
Y B IRAF T 90% FBS+10% DMSO
Assay Buffer: DMEM+1% FBS+1% P.S
2. BHIFEAM R
e
Reagent Specification Manufacturer/Catalogue No.
DMEM 500 mL gibco/C11995500BT
Fetal Bovine Serum 500 mL Cegrogen biotech/A0500-3010
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
Recombinant Human IGF1 Protein, HPLC- 100 pg SinoBiological/10598-HNAE
verified
Anti-IGF-1R hlgG1 Antibody(teprotumumab) / Genomeditech/GM-87441AB
GMOne-Step Luciferase Reporter Gene Assay  1000T Genomeditech/GM-040503C
Kit
ER V€
Equipment Manufacturer/Catalogue No.
SRR T X ThermoFisher Scientific/Countess 3
BEEARAX Moleculardevices/SpectraMax L
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a)

b)

37°C/KIR TR JR e 3R 0, IMATRAE S
P FEIE S mL & 15 mL B0 .
NG PP H R A 20 BB BN 37°C TR IR
R, PG MR TR KT DL R,
HPINIRIELL GEH 2-3 5080 .

2.

.
*E:

ZHRAEAR (L 10 cm LA
WS SR 1T 2R, ERESEEE, &

HRRSRER, BEEASTHEIRERKERESR

#.

a)

AN bR A, WEEEAE K. RERAE IR E 16-
24 hJ&, B NS NGEERS DL, A P
IAF] 80%, FHEMATAUMAEIN. HEFEAAEAR
Loy 1:3-1:4, 2-3 FALAN. SR IR fr % AN
iof 80%, 75U FT i 2 A 4H i 52 B4 T 5 B0E

c) I 70%ZEEHEARVEAEE AN LA RIS B L b) BRI I R R SR, 10 cm I 2
o EAEY RSN BRI G O AR E R il mL PBS ji¥k 1 K.

BRI TR O FELEY, BREIRA, ¢) # PBS, /il 1mL 0.25% Trypsin-EDTA H4Li,
176 x<g, &0 3min, fEHMEITE, 7 L. 37C Wtk 30-60's, TWiMEE T M.

d) A 1mL ZoREER, WEHEAMER  d) FRAUMARE, 4R BRATE, 40 R G
S EL O BIEMM, EARE> 3 x 10° W BOEERT, 2 mL A2 A AR KGRI IR A&
cells/mL. BT, KRN GIRET TR, 176 <g =R E

e) EAMINEFIEIREEAIL I, VR M £ 3 min,

#) 2-3 x10° cells/mL, HRHE AR AR, K
A e ) G 0E B RS R L

3. R EEE:

a) WENIEF, RAREE, BTEEAR £

a) i 176 xg, 3 min BOICEAN. ARASE Y BIFEE, REBRRE, SRS

b) fs FH T4 40 B A7 (90% FBS + 10% DMSO) Wb, MK R TR
FURAHML, AN Ry 5 =< 10° cells/mL, b) MRS 80%, AL FA
E 1 mL 7R BN MR E . S ETT S BE R,

c) IE®ET, EUicE, BiEAEE THERK ¢) FBS ST 56 hndk 30 4M4h, BT RIEFMAF
BEF, -80°C R REZED 1K, RIERER WA, (B EEHH kLS E K E TR
At HETFE
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1. BEhRAESER

BB AT B AL, KT ACSES:, HEFE H_IGF-1R Reporter Cell Line ZHi &N 1.5 x

104 cells/FL. AR SZEG (% F Recombinant Human IGF1 Protein 7ENPHYEZGY) (7800 Da; LA R fi

FRIGF1), Conc.01 9K 6 pg/mL, 3 £ £ #iFE, Conc.01-Conc.09 437l #F i /£ B2-B10,
B11 4 O IR FEXTHR . FAEIFLANA 100 uL PBS, LABH b LA K o
W& i I
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
666.67 222.22 74.07 24.69 8.23 2.74 914.49
IGF1 PBS PBS
pg/mL  pg/mL  ng/mL ng/mL ng/mL ng/mL ng/mL ng/mL  pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) ke IR
a) fESCIGHT 16-24 h, K4nf MAREFEARECE, HAEOWEEMRYTE, A& ER
SEARE R A E RN, RIS TR, LA e AR R A A R A R B Dy 1.5 <
105 cells/mL. PAHEAEHN 100 pL 4/ L2 (A FL. Ji Bl LN 100 uL PBS. % B4R
#, TR E R
b) A 1 4NTEw 96 FL VAR AL 2P R
c)  BAFHNZA, fEH—47 (W1 B2-B10) .
d BHERE
2 4R fitill B (= WRrS
IGF1 0.25 mg/mL / B AR
e) 96 L V AR, I Assay Buffer, &AL T, 41 B2 FLANA 161.04 uL Assay
Buffer, B3-B11 fL, /A 110 uL Assay Buffer.
f) WA FEARFR AR IS S B, IR — B R REFL A (0 B2 HMA 3.96 pl

IGF1) , W%,
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RGN BEEMREAL, MR ATFLIRIR 55 uL, A IRAL X B AL ‘
1 2 3 4 5 6 7 8 9 10 11 12
3.96 uL IGF1 PN 16:57 110pL | 110l 110pL | 110pL 110l 110pL | 110pL 110 ul

9) MEE—AERERREFL B2 HIREL 55 uL, AOAEIZE —/MEERSL B3, RS

hy DLHSHE, B2 9 MREMEIL (B10) .

i) KPR a W E IR ALARBRCE MRS B 100 pL.

) AR h R A RO BERVER, 3L 100 pL.

k) @5 E#EE, T 37°C COp BEFRAT 3 16 h,

) R FE AR &, A0 Luciferase.

2) HREEER

S AR H R R I

H_IGF-1R Reporter Cell Line 0 gi;m Z;L?gf;; 914'32559/“_

3)

y
B4R
. H_IGF-1R Reporter Cell Line
4x105+ -
=)
2 3x10%
Y
2 <
g 2x10°4
g
=
E 1x10°
=
0 f T T 1
-4 -3 -2 1 0 1
Log o[IGF1] {pg/mL)
H IGF-1R Reporter Cell Line
EC50 | 0.2688

H_IGF-1R Reporter Cell Line

Lumincsecnee (RLU)

Log g[[GF1] (nM)

H IGF-1R Reporter Cell Line
34.46

EC50

Fig 2. Mo s 5

miREYIR (R HIRAW
AR LR, ™

SR T AR

Genomeditech (Shanghai) Co., Ltd
For research use only !

8 /13



I O m m oo

Genomeditech (Shanghai) Co.,Ltd.

Order: 021-68455258/50432826/50432825
Toll-free: 400 627 9288

Email: service@genomeditech.com

c(/; Dom ATt

Genomeditech

2. HHIEL

BEVE BRIk, ST A SN, HEFE H_IGF-1R Reporter Cell Line ZHffi&E )y 1.5 x
105 Cells/fL . fd FH Anti-IGF-1R hlgG1 Antibody(teprotumumab) (LA & #K 4 teprotumumab; 150
kDa){E AFAPEZGY), Conc.01 4K JE N 30 ng/mL, 4 586 B, Conc.01-Conc.09 43 HIHEAR

1t B2-B10, B11 4 0 yRJEXTE . FE A 100 pL PBS, ARG 1EiAFLZER .

FUARAT A -
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
7.5 1.88 | 468.75 | 117.19 29.3 7.32
teprotumumab PBS
pg/mL  pg/mL | pg/mL | ng/mL | ng/mL  ng/mL ng/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) kP IR
a) SZIGET 16-24 h, BOUkE H_IGF-1R Reporter Cell Line, HALE DU IRTTIE,
PASE G IR iR B AN, tH AR BSOS 7, aE A e e R R T X, T
YHAIR EEF 1.5 <108 cells/mL. PLHEF N 100 pl 40 AR/ FLZE A iE £L. J& FFLon 100
uL PBS. i B4R, M E R
b) M 1 MTEHE 96 AL V AR R BRI R .
c) BAFlUA, 47 (40 B2-B10) .
d) HE&RBER
ik RR fifi 201 [ WARFS
teprotumumab 2.178 mg/mL / LA AR
IGF1 Protein 0.25 mg/mL / ELEA AR

e) 96 LV IEMHH, A Assay Buffer, ZFLIAFIIL TR, 1 B2 FL4alnA 71.31

uL Assay Buffer, B3-B11l fL, A 55 pL Assay Buffer.
) RECAFERRR RIS S B, IR EE —MER R REAL T (1 B2 Hin 2.02 uL

teprotumumab) , &%,
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RGN EX BREERRREFL, MKIXATTFLIR A 18.33 uL, IIAIKAL X B AL
1 2 3 4 5 6 7 8 9 10 11 12
| T T T
2.02 uL 71.31
PN 55 puL 55 uL 55 uL 55 puL 55 uL 55 uL 55 uL 55 uL
teprotumumab uL
9) MEBE—MEEEMRSL B2 FIRE 18.33 pL, MIAZIZE —ANEEEMAESL B3, AR
5o
hy DLHSHE, B2 9 MREMEIL (B10) .
i) TCE 2> #E7), 900 ng/mL IGF1 Protein (2.38 uL 0.25 mg/mL IGF1 Protein R}
HIINZ| 658.65 uL Assay Buffer o7, JBAIEMH) .
) RDIR a AR A F LR, TRSE B 100 pL. SRJEIIAGEER h #ERLF
B REDUA, AL 50 pL VRS, i ERBURASE RS 1h.
K) 1h &, IR AERGFEOE AR, #4150 pL.
) &% B&tR, 4640 E 16h
m) WA Luciferase.
2) REZEEK

SR DA I B

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
211829 19473 199322
AR () FIRAF Genomeditech (Shanghai) Co., Ltd

AR BRI g, AR TR YT
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3) KF4 R

H_IGF-1R Reporter Cell Line H_IGF-1R Reporter Cell Ling
2.5%10%1 2.5%10%1
E 2x1054 5 2x1054
g 1.5x10%4 g L.5x10%4
£ =
Y @
o 2]
& 1x10%4 H 1x10°4
£ Z
R +450 ng/mL 1GF1 Protein R - 450 ng/mL IGF 1 Protein
- -
0 T T 1 0 T T T 1
-4 -2 0 4 -4 -2 ] 2 4
Logyglteprotumumab](pg/mL) Log g[teprotumumab](nM)
H_IGE-1R Reporter Cell Line H_IGF-1R Reporter Cell Line
1C50 | 0.1826 1C50 | 1.217
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100 = SamplelD Geometric Mean : FL11-H
T M | Null anti-IGF-1R+APC-2nd Ab 13927
1 H_IGF-1R Reporter H_IgG+APC-2nd Ab 1629
80 ™ B | H_IGF-1R Reporter anti-IGF-1R+APC-2nd Ab 5.69E5
g i
©
= ]
2 60
5 .
L)
N
= ]
E 40
5 i
=z
20 T
0
4
10 10 10 10 10
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