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Supplemental Figures
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Figure S1. HexNAc madification definition for Mascot. In the standard setting, Mascot provides
the proper composition and exact mass for HexNAc. However, the standard modification
definition should be extended as depicted in the “Specificity” (B) and in the “Ignore Masses” tab

(C). To achieve proper matching of sequence-specific peptide fragments, it is important to set the



HexNAc fragment neutral loss as “scoring” as depicted in panel B. These fragment neutral loss
peaks are then considered for scoring and significantly improve the matching of sequence-
specific ions and the Mascot score. Otherwise, these fragment neutral loss peaks would be
treated as noise and reduce the Mascot ion score. The “peptide” neutral loss setting matches the
neutral loss from the intact peptide, which is then not treated as noise peak for scoring. As
depicted in panel C, the HexNAc oxonium ion as well as its fragments should be included in the
“Ignore Masses” list. A detailed explanation of the modification definitions can also be found at

the Mascot website (www.matrixscience.com/help/pt_mods_help.html).


http://www.matrixscience.com/help/pt_mods_help.html
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Figure S2. Typical Oscore distribution and representative spectra for low and high Oscores. (A)
The Oscore distribution is based on 414,599 spectra (complete Geiger et al. data set), for which

an Oscore could be calculated. (B) The upper spectrum represents a typical O-GIcNAc case with
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a low Oscore, where most of the abundant fragment ions point to the O-GIcNAc modification
(indicated in red). The spectrum below represents a typical “high Oscore” case and only contains

one weak fragment ion (m/z 126.05) diagnostic for O-GIcNAc.
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Figure S3. O-GIcNAc protein identifications and O-GIcNAc spectra across all eleven cell lines
analyzed by Geiger et al. (Geiger, T., Wehner, A., Schaab, C., Cox, J., and Mann, M.
Comparative proteomic analysis of eleven common cell lines reveals ubiquitous but varying

expression of most proteins. Mol. Cell. Proteomics 11, M111 014050).



