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Mass spectrometry

Mass spectrometry on the full length proteins was carried out using an LTQ Orbitrap (Thermo Fisher 
Scientific) mass spectrometer. The proteins were separated in a Phenomenex Aeris™ PEPTIDE 3.6 
µm XB-C18 (150 mm x 2.1 mm) reverse-phase column, developed in a 0.1% formic acid/water-0.1% 
formic acid/acetonitrile gradient (200 μl/min). The calculation of the AUC of the peaks was 
performed using the software XcaliburTM (Thermo Fisher Scientific).
Elution of unlabelled strep through the reverse phase column showed a major peak at 12.56 min. 
Elution of EITC labelled strep at DOL<1 (meaning that some strep monomers will bear no EITC), 
resulted in two bands at 12.83 min. and 14.34 min., corresponding to unlabelled and labelled strep 
monomers, respectively. Deconvolution of mass spectrum of the peak of the native streptavidin 
monomers (elution time 12.83 min, Figure S1 bottom) and of labeled streptavidin monomers 
(elution time 14.34 min, Figure S1 top) evidences a mass difference of 704.7 Da, consistent with 
labeling of one EITC molecule per strep monomer.

Figure S1. Deconvolution of mass spectrum.


