HER2 and HER3 cooperatively regulate cancer cell growth and determine sensitivity to the novel
investigational EGFR/HER?2 Kkinase inhibitor TAK-285 — Takagi et al
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Supplementary Figure 1: HER2 and HER3 expression in cell lines. A. Coexpression of HER2 and HER3 proteins in TAK-285-sensitive cells. ICs,
values of TAK-285 are presented in blue above the names of cell lines. B. A431 cells were treated with 1 pmol/L TAK-285 for 2 h, the cells were

lysed, and immunoblot analyses were performed. C. Cell growth inhibition assays were performed using HCC1419 cells, which express both HER2
and HERS.

B NS siRNA
W EGFR siRNA

. [ 1 HERZ siRNA
100 | HER3 siRNA
- 1 B HER4 siRNA
GAPDH “h
50
L
a ] - 4

EGFR HERZ HER3 HER4

I
m
b
("
mRMNA expression
(% of NS siRMA)
8

Supplementary Figure 2: Knockdown of the HER family using siRNAs. A. SK-BR-3 cells were transfected with siRNAs and lysed after 48 h
incubation. Immunoblot analyses were performed using anti-HER3 antibody. GAPDH was used as a loading control. B. SK-BR-3 cells were
transfected with siRNAs and total RNA was extracted 48 h after transfection. Quantitative PCR was performed.
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Supplementary Figure 3: HER3 reactivation in HER tyrosine kinase inhibitor-treated cells. SK-BR-3 cells were treated with 5 pmol/L gefitinib or
TAK-285 for 6 or 48 h. Although gefitinib is best known as an EGFR kinase inhibitor, at this concentration it inhibited not only EGFR but also
HER2 in cultured cells [37].



Supplementary Table 1: ICs, values and HER family mRNA expression levels. 1Cs, values of TAK-285 for cell growth

inhibition and HER family, PTEN, and IGF1-R mRNA expression levels are presented.

Tissue/Di | Cell lines ICso EGFR HER2 HER3 HER4 PTEN IGF-1R
sease (umol/L)
Breast AU565 0.3186401 0.0125167 8.94802E- 0.0001092 0.0009564
0.040 0.001253346 57 17 06 56 65
Breast BT-474 0.6551967 0.0314673 0.0012022 0.0045497 0.0073400
0.011 0.000618045 02 61 89 41 21
Breast MCF-7 0.0079766 0.0196408 0.0007099 0.0004250 0.0141799
7.7 0.000104805 57 34 48 74 87
Breast MDA-MB- 0.0150927 3.36275E- 0.0003726 | 0.00118573
175VII 0.050 0.000167913 55 0.0119239 05 22 7
Breast MDA-MB- 0.0056403 0.0001040 0.00114534 | 0.0026496
231 15 0.00837323 48 81 5.75E-07 7 18
Breast MDA-MB- 0.0774817 0.0165159 | 0.00091116 | 0.0005570 0.0106721
361 1.1 0.000440064 31 07 5 14 9
Breast MDA-MB- 0.0791097 0.0214928 0.0003428 0.0020644 0.0012708
453 0.54 1.53649E-05 87 41 82 88 42
Breast HCC1419 0.4897101 0.0189717 0.0007661 0.0005090 0.0047759
0.017 6.42411E-07 49 95 95 16 39
Breast HCC1954 0.4204482 0.0032395 3.74119E- 0.0002804 0.0018097
2.0 0.00232267 08 29 07 44 42
Breast SK-BR-3 0.2973017 | 0.01184153 | 0.0001902 0.0003574 0.0005969
0.15 0.001835005 79 6 26 43 92
Breast T-47D 0.0183255 0.0460709 0.0064343 0.0010760 0.0231956
3.2 0.001532391 46 13 05 79 81
Breast UACC-812 0.7955364 0.0230354 0.0004916 0.0006180 0.0225613
0.027 4.14003E-05 84 57 78 45 94
Breast UACC-893 0.6551967 0.0128686 0.0008326 0.0004077 0.0001055
0.25 0.002107868 02 1 51 58 34
Breast ZR-75-1 0.0160642 0.0097525 0.0018223 0.0003525 | 0.00151129
15 0.000232578 79 82 3 22 4
CML K562 0.0021521 0.0037731 1.87858E- 0.0005269 0.0013715
12 1.61504E-06 58 89 05 67 28
Colon HCT116 0.0035944 0.0021822 5.00544E- 0.0004134 0.0007349
10 0.002371474 83 01 07 5 84
Colon HT-29 0.0087895 0.0122591 8.18792E- 0.0008560 0.0041576
11 0.003043612 19 27 07 6 96
Epidermi | A-431 0.0094858 0.0046132 6.07758E- 0.0007099 0.0060034
s 0.54 0.036397925 98 53 07 48 19
Esophagu | KYSE-30 0.0027813 0.0027241 6.02754E- 0.0002010 0.0026866
s 4.7 0.034196678 48 09 06 72 05
Esophagu | OE19 0.6736167 0.0154098 0.0005233 0.0002903 0.0057989
S 0.35 0.001994164 88 86 27 34 2
Esophagu | OE21 0.0010466 | 0.00091116 | 2.73871E- 0.0002964 0.0070899
s 0.94 0.105112052 54 5 07 34 93
Esophagu | OE33 0.0521929 0.0062583 4.06568E- 0.0005455 0.0028006
s 9.4 0.005640348 95 58 07 5 94
Lung Calu-3 0.5783440 0.0224055 0.0002010 0.0008384 0.0064790
0.14 0.004613253 92 51 72 43 59
Lung H1781 0.11033787 | 0.14063231 | 1.77724E- | 0.00112957
0.77 0.0078125 5 1 05 8 0.015625
Lung HCC4006 0.0069923 0.0071889 0.0012975 0.0029196
3.2 0.011841536 83 66 5.29E-07 45 27
Lung MRC-5 0.0041289 3.90006E- 0.0005125 0.0049787
fibroblast 17 0.00390625 77 2.4788E-05 07 57 52
Ovary A2780 0.0102374 0.0005161 0.0014100 0.0008801 0.0017848
6.6 0.000709948 48 22 87 27 27
Ovary 0ovao 0.0049787 | 0.00115331 | 3.27079E- 0.0005969 0.0073910
9.5 0.000549345 52 3 05 92 75
Ovary SKOV3 0.7684375 0.0003243 0.0027621 0.0004716 0.0053360
12 0.0078125 91 86 36 49 95
Prostate PC-3 0.0017848 0.0005269 6.77227E- 0.0031728
12 0.007391075 27 67 1.1564E-05 05 61
Skin A375 0.0015323 0.0203334 2.99695E- 0.0002325 0.0062583
11 0.000151332 91 66 07 78 58
Skin Cell 7.7 0.003172861 | 0.0036194 0.0004192 4.15111E- 0.0009175 0.0048091




Systems-Fb 85 21 07 03 58
Stomach NCI-N87 0.8827029 0.0188407 9.94173E- 0.0015537 0.0030017
0.11 0.009226505 96 47 07 82 09
Uterine MES-SA 0.0045497 8.39564E- 5.59251E- 0.0001317 0.0010180
15 1.23084E-05 41 05 07 42 33
Uterine MES-SA/Dx- 0.0044871 0.0006953 2.41424E- 0.0001212
5 16 8.93607E-05 03 37 06 27 0.0008269
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