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Figure 5. Mass spectrum during the peak elution of the phosphopeptide 

TSSSAEGVVVASEpSPVIAPHGSTHAR ([MH3]3+ @ m/z 871.75) of a tryptic digest of 

Pho4 incubated for 5 min with Pho80/85. The different flyability ratios of peptide vs. 

phosphopeptide for the triply and quadruply charged species are apparent. It is not 

possible to estimate the degree of phosphorylation by simply comparing the signal 

intensities. When equal flyabilities were assumed the signal intensities of the quadruply 

charged species seem to indicate slightly less than 50 % phosphorylation whereas the 

triply charged species seem to indicate about 75 % phosphorylation (see below). We 

deliberately avoided adding the signal intensities of different charge states, as the 

observable charge states depend on the set m/z range in contrast to our approach. 

Furthermore, utilizing numerous charge states increases the risk of isobaric interferences 

which would affect the quantitation. 

 


