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Supplementary Figures 

 

Figure S1:  Quality control immunoconjugates using size-exclusion HPLC. A) Nimotuzumab 

and nimotuzumab-PEG6-DM1, and B) matuzumab and DFO-matuzumab. The purity of all 

antibodies and immunoconjugates was >= 95% prior to use for in vitro and in vivo studies 

Figure S2:  Quality control immunoconjugates using bioanalyzer. A) Nimotuzumab and 

nimotuzumab-PEG6-DM1 with molecular weights of 155.8, and 161.0 (3.8 drugs) respectively, 

and B) matuzumab and DFO-matuzumab with molecular weights of 148.1, 151.0 (3.8 DFO) 

respectively. 
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Figure S3: Flow cytometry binding assays. In vitro flow cytometry binding assay of SNU-C2B 

cells following incubation with nimotuzumab and matuzumab conjugates. A) Binding following 

incubation using 0.6 µM nimotuzumab conjugates, and B) Binding following incubation using 

0.6 µM matuzumab conjugates. C) Saturation binding of nimotuzumab and nimotuzumab-PEG6-

DM1, and D) matuzumab and DFO-matuzumab. The estimated KD values were 5.7 ± 1, 11.4 ± 3, 

5.9 ± 1, 6.2 ± 2 nM for nimotuzumab, nimotuzumab-PEG6-DM1, matuzumab, DFO-matuzumab, 
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respectively.  The binding affinity of the immunoconjugates to the cells were estimated by 

adding secondary antibody labeled with PE. Cells with secondary antibody and untreated cells 

were used as control. The mean fluorescent intensity was converted to percentage bound and 

plotted against concentration and a nonlinear curve fitting was used to estimate the KD and EC50. 

All experiments were carried out in duplicates.  

 

Figure S4: In vitro cytotoxicity using Incucyte live cell imaging. Representative phase contrast 

images of different cells treated with nimotuzumab and nimotuzumab-PEG6-DM1.  

 

 

 

 


