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Figure S1. Analysis of the presence of sulfhydryl groups and conservation of intact structure of 
Trastuzumab after partial reduction with DTT. (A) UV-Vis spectra of Ellman’s reagent (DTNB) and 
of partially reduced antibody after reaction with DTNB. (B) SE-HPLC chromatogram of intact 
Trastuzumab and reduced Trastuzumab. 
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Figure S2. SE-HPLC chromatograms of partially reduced Trastuzumab in 1 mM EDTA, Tmab-
vcMMAE in H2O and Tmab-vcMMAE in acetonitrile 10% with formic acid 1%. 

 
Figure S3. AuNP stability upon surface functionalization with Tmab-PEG-SH. Addition of 1% NaCl 
to citrate capped AuNPs caused aggregation as evidenced by a broad absorption band in the 700–800 
nm range. Tmab-PEG-SH attachment prevented aggregation upon addition of NaCl. 

 
Figure S4. Representative tryptophan fluorescence emission spectra for the estimation of 
Trastuzumab:AuNP ratio for 20 nm AuNPs. 
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The estimation is based on the loss of fluorescence intensity following AuNP surface attachment 
and centrifugation of the functionalized gold nanoparticles. The decrease in intensity is assumed to 
come from removal of the Trastuzumab monomers attached on AuNPs through nanoparticle 
sedimentation. C denotes controls and S the reacted samples. The ratio (R) is calculated as: 𝑅 = ൬1 − 𝐼ௌ𝐼଴൰  × 𝐹 

Where: 
Is = fluorescence intensity of the supernatant after AuNP removal by centrifugation post reaction 
I0 = fluorescence intensity of the control (identical original concentration of antibody as that in 

the reaction) 
F = Tmab:AuNP molar ratio in the reaction 
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Figure S5. Representative sensorgrams of (A) Trastuzumab, (B) Tmab-PEG-SH 25× and (C) Tmab-
vcMMAE binding to recombinant HER2 receptor. The sensorgram is shown in red and the derived 
1:1 binding model fit in black. 

 
Figure S6. Representative SKBR-3 cell growth curves employed to analyze growth rate inhibition 
activity of MMAE-containing agents at equivalent MMAE concentrations. (A) Cell confluence change 
over time monitored every 2 hours. Data are reported as means ± SD. (B) Representative images of 
SKBR-3 cells obtained with the Incucyte® ZOOM Live-cell Analysis System showing decrease in 
confluence and morphological changes for MMAE treated cells. 
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