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The TEMPO-based FRIPS method has been previously shown to be a powerful tandem mass spectrometry tool for peptide sequencing. However, in TEMPO-assisted FRIPS, a TEMPO-radical initiator can be attached to a lysine side chain as well as the desired N-terminus. After a long time, more than one initiator is attached. This phenomenon results in increase the complexity of the tandem mass spectrometry mass spectra. In order to facilitate the interpretation of FRIPS mass spectra, a lysine side chain is guanidinated, using the well-known guanidination protocol. With this method, it is assured that TEMPO-Bz-C(O)- conjugated group is attached to the desired N-terminus. Peptides prepared in this way were analyzed and it was found that the FRIPS tandem mass spectra are readily interpreted compared with those of putative peptides.
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