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Supplementary Figures legends 

Supplementary Figure 1: Biochemical analyses of trastuzumab/lapatinib 

sensitive cells treated with lapatinib 

SKBR-3 (A) and BT474 (B) cell lines were treated with lapatinib as indicated for two 

hours. Whole-cell protein extracts were analyzed with the indicated antibodies. Figures 

are representative of three independent experiments.   

 

Supplementary Figure 2: Biochemical analyses of trastuzumab/lapatinib 

resistant cells treated with lapatinib 

MDA-MB361 (A) and HCC-1954 (B) cell lines were treated with lapatinib as indicated 

for two hours. Whole-cell protein extracts were analyzed with the indicated antibodies. 

Figures are representative of three independent experiments.   

 

Supplementary Figure 3: Combination index (CI) of the combination of lapatinib 

and INK-128 in resistant cell lines 

(A )The indicated cell lines were treated with escalating doses of lapatinib and INK-128 

(100-10-1-0.1-0.01nM) as single agents or in combination (INK+Lap, ratio 1:1). Viability 

was measured after 6 days of treatment with a cell viability assay (Cell Titler-Glo, 

Promega), and combination index (CI) for each level of inhibition (Fa, 0.1-0.95) was 

calculated using Compusyn computer program. (B) Cell proliferation at the indicated 

concentrations was normalized to untreated cells. Data are displayed as mean ± S.E 

from three independent experiments. *** p<0.001, ** p<0.01, * p<0.05.  

 

Supplementary Figure 4: Cell cycle analysis of trastuzumab/lapatinib resistant 

cells 

Cells were treated with lapatinib (1μM), INK-128 (50nM) or the combination (INK+Lap) 

for 24h. Cells were analyzed by flow cytometry. Means from three independent 

experiments are shown. 
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Supplementary Figure 5: In vitro cell death induced by lapatinib and INK-128 of 

trastuzumab/lapatinib resistant cell lines  

The indicated cell lines were treated with 1μM lapatinib, 50nM INK-128 or the 

combination (INK+Lap). Apoptosis (subG1) after 48 hours was analyzed by flow 

cytometry. Cell cycle plots are representative of three independent experiments.  

 

Supplementary Figure 6: In vitro cell death induced by lapatinib and INK-128 of 

trastuzumab/lapatinib resistant cell lines  

MDA-MB453 (A) and KPL4 (B) cell lines were treated with 1μM lapatinib, 50nM INK-

128 or the combination (INK+Lap).  Apoptosis after 48 hours was analyzed by flow 

cytometry and measured as percentage of cells with subG1 DNA content. Error bars 

represent S.E. from three independent experiments. *** p<.001 compare with all 

columns. 

 

Supplementary Figure 7: In vivo treatments of JIMT1 xenografts  

Mice bearing JIMT1 tumors were treated with vehicle control (Control), lapatinib (150 

mg/kg 6Q.D.), INK-128 (0.3 mg/kg 6Q.D.) or the combination (INK+Lap) for 28 days. 

Measurements are displayed as mean ± S.E. *p<0.05 versus C and ** p< 0.01 versus 

Control or p<0.05 versus Lapatinib and INK-128 arms. 

 

Supplementary Figure 8: Trastuzumab treatment in trastuzumab-resistant patient 

derived-xenografts  

Mice bearing HER2 positive patient-derived xenografts were treated with vehicle 

control and 10 mg/kg B.I.W of trastuzumab. Measurements are displayed as mean ± 

S.E. 


