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Phase-contrast picture (Phase) of SUM149 cells in 2D culture. Immunofluorescence analysis was 

performed by using anti-E-cadherin and anti--catenin antibodies in SUM149 cells. Nuclei were 

visualized with DAPI. B, SUM149 (top panels) and KPL-4 (bottom panels) cells were plated in 

3D culture without or with erlotinib (0.1 or 1 μM) and cultured for 48 h. The phenotypes were 

shown by using a phase contrast microscope. C, SUM149 cells were plated in 3D culture without 

or with erlotinib for 4 days. Immunofluorescence analysis was performed to detect E-cadherin, 

β-catenin, and vimentin. Nuclei were visualized with DAPI. D, SUM149 cells were transfected 

with control or ERK siRNA for 48 h and then plated in 3D culture for another 48 h. The 

phenotypes were shown by using a phase contrast microscope. Bars, 50 μm.

Fig. 6. Erlotinib inhibits tumor growth and metastasis in a SUM149 xenograft model. A, Tumor 

volumes in 4 groups of mice (vehicle, 25, 50, and 100 mg/kg erlotinib) were measured weekly 

and calculated as described in Materials and Methods. Each data point represents the mean tumor 

volume of 7 mice per group; bars, SD. B, Findings on ex vivo imaging of lung tissues from a 

control (vehicle) mouse and a 25 mg/kg erlotinib-treated mouse to detect metastatic tumors 

(upper panels). Hematoxylin and eosin staining of a lung tissue section from a control mouse at 

the endpoint of the study showed 2 small deposits of metastatic tumors (arrowheads) in the 

alveolar septae (lower panel). C, Numbers of mice with metastatic tumor and the incidence of 

lung metastasis in 4 groups. D, Immunohistochemical analysis of p-EGFR, p-ERK, E-cadherin, 

and vimentin in tumor tissues of SUM149 xenografts. Bars, 50 μm.

Supplementary Fig. S1. Erlotinib inhibits KPL-4 cell proliferation through the ERK pathway. A, 

KPL-4 cells were treated with control siRNA or ERK siRNA for 72 h. Western blot analysis was 

performed to determine the expression level of ERK after siRNA knockdown. B, Beginning 72 h 

after siRNA knockdown, KPL-4 cells were treated with the indicated concentrations of erlotinib 
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for another 72 h. Proliferation-inhibitory effects of erlotinib were quantified by WST-1 assay. 

Viability of ERK-siRNA-knockdown cells was compared with that of control-siRNA-treated 

cells.

Supplementary Fig. S2. Erlotinib inhibits IBC cell proliferation not through the Akt pathway. 

SUM149 cells were treated with the PI3K inhibitor LY29004 (10 μM) alone, erlotinib (1 μM) 

alone, or the combination of LY29004 and erlotinib for 72 h. Proliferation-inhibitory effects 

were quantified by WST-1 assay. Viability of drug-treated cells was compared with that of 

untreated cells.
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Supplementary Figure 1
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Supplementary Figure 2
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