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3. HREXER

BRI Ba/F3

FikFE X ERBB4 WT (NRG1b Dependent)

AR RE T : RPMI-1640+10%FBS+10ng/ml NRG1-betal
YR A7 I 90% FBS+10% DMSO
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FasEtE: 16 A4 CENINREE R, AR 16 AL EATEE)
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4. ERMNEFRAFIFEM

AR s =)
ERBB4 WT (NRG1b Dependent)/BaF3 58414753 | Cobioer CBP73257M
Recombinant Human NRG1-beta 1/HRG1-beta 1 | R&D 396-HB-050

EGF Domain Protein

20 A R AT Cobioer CBP50089
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96 Well Assay Plate (White Plate, Clear Bottom | ~otar 3610
with Lid Tissue Culture Treated Polystyrene

1/Pack)

P A 7 Cobioer CBPH0004
5. paiEST

5.1 AAREH

1) fE 37°C KB PHAMCAIY) 60 #. — HANMIAMA (W RELL 60 PO IRELRIE)
PHECE R AR E PGB SE A 10 ml Tii# ERBB4 WT(NRG1b Dependent)/BaF3 5¢ 4 1%
FRIEM 15 ml B

2) 1000 % 5 ZpEh BN, BREEFREIFM AN EE T 5 ml T e e SRR .

3) RN E R 3-6 x 105 cells/ml, AN T25 53, AN 37°C. 5% CO2 B5F#MT .

5.2 ZHHAEAR

1-2 REUAMR ST 2, 9% B KT 2x 108 cells/ml 1,1 B I A& ARBICHIMIN 37 8 56 42 1%

Fekt . {RFERYH L AE 3x 105 - 2x 106 cells/ml Z.[H] .

5.3 G

HY 8x108 41 &0 J5 7 b3 - N 1ml 40 %R A7 (90% FBS+10%DMSO), MRFT#%), A
NI AFE . SERDRONGIMI A7 & (Nalgene 5100-0001) , NS A EE B ZIFE LR, Ji-80°C UK
Fho 24 /NI JE R RATE 3 B R R KA ORAE

6. YHpRSCILARIE

6.1 Anti-proliferation Assay

IS5 R 24 #E4H . ERBB4 WT(NRG1b Dependent)/BaF3 4l Cat. # CBP73257 JF /&, AL

U54% ] Afatinib. Allitinib. Poziotinib NMNAFEA, I6UF ABIRY A=Y ThiE .
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ERBB4 WT(NRG1b Dependent)/BaF3 Reagent

inhibitor

Read on plate-reading

' ' ’ luminometer

| 3: ERBB4 WT(NRG1b Dependent)/BaF3 1 F 111l SZ6 i A7 i [
BONBUE KA EANL, @ OFE IR B, K30 TR B 40 i 5 8 T )i RPMI1640
+10%FBS+ 50 ng/ml NRG1-beta 35773 H, 4% %N 5x104/ml.
W TR T A R 3 11 BRI B R 1 96 FLANMIES FRA T, 100ul/FLAR LRI, SRR R
BEIEAR, B 37 BEAUMET TG 4 /NS
B e — e At e i) 96 FLAR, BN 100ul/FLAN RIS 3 R FIBCE 30 43-4F, 2N
i, & SCH Go Hidli
B —BPATIG IRABEEERRER) 104K AL &Y 11.1 ul/4L, WAV 10uMm (96 FLIR
W I ERZIRIZ) TR, 3 MR 9 MIKEEREE, JF 54 & DMSO X SL, 4k%EfE 37°C
YR FRFAEE TR 72 /AT
KSR 72 /N 96 FLARAIE FRAE FFHUHS, TN 100ul /LA LI 7oA 1717
& 30 7%, U, ESCN G3 HidlE.
AR LA A R AN LR R 1 4H M3 5 %6 . Proliferation% = (FRlllfLA#)4L G3 - GO
SF¥ME) / (DMSO XHHESL G3 “F¥9fH - GO “F¥yfEH) *100 .
AR AN P2 AR AL S N2 PR 484 5 R AN R 2, AU Prism Graphpad 24005 20 i 19 3
bR 2, IF B RAEI0 GIS0 (GIS0 & SCAYNIEFE Rl 50% K %t B (1 4k 54
WED

b
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7. HiERR
7.1 WEMH|LRIESE R

CTG Proliferation Assay of
ERBB4 WT (Clone3, NRG1p Dependent)

1254
1004
75+
50+
25+
0
-254
-50-

~o- Afatinib, GI50 = 0.21 nM
-= Allitinib, GI50 = 3.69 nM
-+ Poziotinib, GI50 < 0.15 nM

%Proliferation

K 4: {§F Afatinib. Allitinib. Poziotinib H4%¢ 1| SZid 4 5

8. X/~

ERBB4 WT(NRG1b Dependent)/BaF3 CBP73257
ERBB4 E452K(NRG1b Dependent)/BaF3 CBP73258
ERBB4/CHO CBP73316
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