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Legend

This Supplemental File contains the manually validated tandem mass spectra of O-GIcNAc peptides
described in the main manuscript. The spectrum number corresponds to the spectrum number given in
Supplemental Table S4 and S7. Owing to the high lability of the O-glycosidic bond, usually fragments do
not retain the modification during HCD fragmentation. Consequently, it is often impossible to localize the
O-GIcNAc site and to identify the fragments which have undergone a neutral HexNAc loss. Therefore, we
modified the standard nomenclature and annotated modified fragments with the delta mass to the
unmodified fragment. For example, fragments which retain the GIcNAc group would be denoted e.g. as
“ys+203”, whereas the fragment with a GIcNAc neutral loss (which leaves the fragment unmodified) would
be simply “ys”. Accordingly, the neutral loss of phosphoric acid (HsPO,4) from an ys ion is according to
common nomenclature denoted as “ys-98”, but according to our nomenclature as “ys-18” in the annotated

spectra.
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(1 O-GIcNAc site, 0 phospho-site, Mascot score = 76.4, Oscore = 1.79)
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(1 O-GIcNAc site, 0 phospho site, Mascot score = 68.8, Oscore = 1.71)
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(1 O-GIcNACc site, 0 phospho-site, Mascot score = 90.5, Oscore = 1.23)
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(1 O-GlIcNAc site, 1 phospho-site, Mascot score = 56.9, Oscore = 1.74)
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(2 O-GIcNACc site, 1 phospho-site, Mascot score = 133, Oscore = 1.43)
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(1 O-GIcNAc site, 1 phospho-site, Mascot score = 152, Oscore = 1.05)
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(2 O-GIcNACc site, 1 phospho-site, Mascot score = 127, Oscore = 0.81)
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(1 O-GIcNACc s&(e 0 phospho-site, Mascot score = 85.1, Oscore = 1.08)
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220: tIPMSAIITQAGATGVTssPGlk

(1 O-GIcNACc site, 1 phospho-site, Mascot score = 64, Oscore = 1.92)
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221: tkPLASVTNANTSSTQAAPVAVTTPTVSSG QATPtgPIk
(1 O-GIcNACc site, 1 phospho-site, Mascot score = 71.4, Oscore = 1.27)
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222: tkPLASVTNANTSSTQAAPVAVTtPTVSsGQATPTsPIk

(2 O-GIcNACc site, 1 phospho-site, Mascot score = 47.2, Oscore = 0.95)
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(1 O-GIcNACc site, 2 phospho-site, Mascot score = 98, Oscore = 1.41)
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225: tPPTANHPVEPVTSVTQPSELLQQK
(1 O-GIcNACc site, 1 phospho-site, Mascot score = 25.8, Oscore = 1.48)
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(1 O-GlcNACc site, 1 phospho-site, Mascot score = 69, Oscore = 1.79)
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(1 O-GlcNAc site, 1 phospho-site, Mascot score = 10.8, Oscore = 2.13)
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229: tVIREVTTMTSTVATESk
(1 O-GIcNACc site, 0 phospho-site, Mascot score = 90, Oscore = 0.97)
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