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Figure legends 

Supplemental Figure 1. Cytotoxicity of neratinib in the drug-resistant and parental 

sensitive cancer cells.  (A) The molecular structure of neratinib was shown.  MTT 

cytotoxicity assay was assessed in pairs of parental and ABC 

transporter-overexpressing cell line: (B) KB and ABCB1-overexpressing KBv200 

cells, (C) MCF-7 and ABCB1-overexpressing MCF-7/Adr cells, (D) 

HEK293/pcDNA3.1 and  HEK293/ABCB1 cells, (E) and MCF-7 and 

ABCG2-overexpressing MCF-7/FLV1000 cells, (F) HL60 and ABCC1- 

overexpressing HL60/Adr cells.  All the cells were exposed to the full-range 

concentration of neratinib for 72 h.  Each point represents the mean ± standard 

deviations (SDs) for three determinations.  Each experiment was performed at least 

for three independent determinations.  

Supplemental Figure 2. Effect of neratinib on the accumulation of DOX and Rho 

123 was analyzed by flow cytometry.  (A and B) KB, KBv200, MCF-7 and 

MCF-7/adr were incubated with neratinib at 0.25, 0.5, 1, 2 μmol/L or the vehicle at 

37°C for 3 h, then incubated with 10 μmol/L DOX at 37°C for an additional 3 h or 5 

μmol/L Rho 123 for 0.5 h.  Independent experiments were performed at least three 

times and result from a representative experiment is shown.  

Supplemental Figure 3. ABCB1 cellular localisation following neratinib treatment 

in HEK-293 and HEK-293/ABCB1 cells.  HEK-293/ABCB1 cells were treated 

with 1μmol/L neratinib for 48 h.  The expression of ABCB1 was determined using 

the mouse monoclonal anti-P-gp antibody (1:50).  Then, cells were stained with 



goat anti-mouse Alexa fluor 594 (red) and DAPI (blue) and subjected to confocal 

microscopy.  HEK-293 and the untreated HEK-293/ABCB1 cells were used as a 

negative control and control, respectively.  

Supplemental Figure 4. ABCB1 cellular localisation following neratinib treatment 

in KB and KBv200 cells.  KBv200 cells were treated with 1μmol/L neratinib for 48 

h.  The expression of MDR1 was determined using the mouse monoclonal 

anti-P-gp antibody (1:50).  Then, cells were stained with goat anti-mouse Alexa 

fluor 594 (red) and DAPI (blue) and subjected to confocal microscopy.  KB and the 

untreated KBv200 cells was used as a negative control and control, respectively.  

Supplemental Figure 5. Neratinib did not alter the ABCB1 overexpression in 

KBv200 and HEK-293/ABCB1.  Mononuclear cells were treated as described in 

“Materials and Methods”.  (A) The expression of ABCB1 in KB and KBv200 cells 

by flow cytometry.  KBv200 were incubated with neratinib at 0.25, 0.5, 1, 2 

μmol/L for 48 h.  (B) The expression of ABCB1 in HEK-293 and 

HEK-293/ABCB1 cells by flow cytometry.  HEK-293/ABCB1 cells were treated 

with 1μmol/L neratinib for 48 h. 



 

 



 



 



 



 


