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2 S 5 a5 7 0 DMEM+10% FBS+1% P.S
Y ff A R R R DMEM+10% FBS+1% P.S+4 pg/mL Blasticidin+400 pg/mL G418+125 pg/mL
Hygromycin+0.75 pg/mL Puromycin
ML A7 90% FBS+10% DMSO
Assay Buffer: DMEM+1% FBS+1% P.S
2. IR ER
T HE %
Reagent Specification Manufacturer/Catalogue No.
Blasticidin 10 mg Genomeditech/GM-040404-1
G418 Sulfate lg Genomeditech/GM-040402-1
Hygromycin lg Genomeditech/GM-040403-1
Puromycin 25 mg Genomeditech/GM-040401-1
Pen/Strep 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL Cegrogen biotech/A0500-3010
DMEM 500 mL gibco/C11995500BT
96 Well round Well culture plate 96-Well NEST/701001
96 fL U ARG IRIR 96-well JA%i/1014010
96 well White Flat Bottom Polystyrene Not Treated 96-well Corning/3912
Microplate
NRGI1 Beta 1 Protein, Human, Recombinant (ECD) 10 pg SinoBiological/11609-HNCH
Anti-H _HER?2 hIgG1 Antibody(Margetuximab) / Genomeditech/GM-49468 AB
Anti-HER4 higG1 Antibody(HE4B-27) / Genomeditech/GM-87686AB
GMOne-Step Luciferase Reporter Gene Assay Kit 1000T Genomeditech/GM-040503C
B
Equipment Manufacturer/Catalogue No.
MM ThermoFisher Scientific/Countess 3
BEEARAY Moleculardevices/SpectraMax L
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176 xg, £50 3 min, {F4HlEyE, 7 Bib.
A 1 mL B8R E R, R
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A e B S E B RS R L

AR

/1 176 <g, 3 min BT
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AN bR A, WEEEAE K. REFRAE IR E 16-
24 hJ5, B OUSEANMIEEG L, A0
KT 80%, ENFTHEATAUMIAEIR. HEFELHMAEAR
ety 1:3-1:4, 2-3 RAEAR.

W sl B TR P B R 3T &%, 10 em I 2
mL PBS JE¥E 1 K.
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1. IGVFSELG
BRI TR AR AL, $FT A S286, #E#% H_HER2 HER4 Reporter HEK-293 Cell Line
M E N 1.5 x 10* Cells/FL. AVK=LE:{# F NRG1 Beta 1 Protein, Human, Recombinant
(ECD) (26.8kDa) 1ENFHMEZ5%); Conc.01 &K N 1ug/mL, 3 f5EEEEF#E, Conc.01-
Conc.09 7 HIHEAG7E B2-B10, B11 M 0 ¥fEXTRR. FRFLANA 100 pL PBS, LAR;iEil
fLEK.
FLARA S«
1 2 3 4 5 6 7 8 9 10 11 12
PBS
37.04 12.35 412 1.37 457.25 152.42
Human NRG1 PBS
ng/mL  ng/mL  ng/mL | ng/mL  pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) EEP IR
a) SZEGWT 16-24h, BOUSHE H_HER2 HER4 Reporter HEK-293 Cell Line , LL5g4ssdk
BN, THEANME O T, EIE NN s R AR T A BRI EE S 1.5 <
10%cells/mL, DAHEMEHN 100 uL #fiff/FLZ A )L . A FLIN 100 uL PBS. i FAR 5,
TIEAE R A I .
by EH 1 ANTEHE 96 LV JEARHE R 23R .
c) FAFHPUE, ffH—4T (1 B2-B10) .
d EHERE
ESLYEZY S it B fic B 772
Human NRG1 0.15 mg/mL / BT
e) 96 fL V EMRH, SN Assay Buffer, &R N, 1 B2 fLANIA 163.9 uL Assay

Buffer, B3-B11 fL, I 110 uL Assay Buffer.
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Human NRG1) , V&%,

BB | BREERRREIL, MM ATFLIRNE 55 pL, AIAAL | x|
1 2 3 4 5 6 7 8 9 10 11
| | |
163.9
1.1 uL Human NRG1 110 uL | 110pL 110 L 110pL  110pL  110pL  110pl  110pL | 110 L
ne

o) M MBEREFERTL B2 HIREL 55 uL. MIAFIE —AHAERETL B3, AANRAT
hy LR, EE O AMEEREIL (B1O) .
i) BT a S R EOAINBTLIR, TEFE 1 100 uL.
D) M bR AT OB LI 100 uL JR4).
k) W¥E 16 h.
) A R, YRR Luciferase.
2) HEEFKN
BRI TR T

. 0 pg/mL 1 pg/mL 152.42 pg/mL
H_HER2 HER4 Reporter HEK-293 Cell Line
54565 1088875 57038
b
3) WIFLE R
H_HER2 HER4 Reporter HEK-293 Cell Line H_HER2 HER4 Reporter HEK-293 Cell Line
1.5x1054 1.5%1054
=) o =) o
— —
o 0 o 0
g 1x10°4 g 1x10°4
g g
] ]
=1 =1
b b
& i 4 <
£ 5x10°4 £ 5x10°4
E E
— [« = 0
0 T T T T 1 0 T T T T 1
5 4 -3 -2 -1 0 3 2 -1 0 1 2
Log g[Human NRG1J(ug/mL) Logg[Human NRG1]{nM)
H|HER2 HER4 Reporter HEK-293 Cell Li H|HER2 HER4 Reporter HEK-293 Cell Li
EC50 [ 0.01307 EC50 | 0.4876

Fig 2. IouFss 3
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Fig 3. {#/ Anti-H_HER2 hlgG1 Antibody(Margetuximab) (Genomeditech/GM-49468AB) L& iF 4% 5
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Fig 4. {§i/] Anti-HER4 hlgG1 Antibody(HE4B-27) (Genomeditech/GM-87686AB) I&ilF &5 H
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