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Figure. S1. Time course study of a-GalNAc-ase activity of HepG2 cellular extract.

1 mM PNP-a-GalNAc and the cellular extract were incubated at 37 °C in 50 mM citrate buffer
(pH 5.0). The half of a-GalNAc-ase activity diminished within 4 hours.
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Figure. S2. Total ion chromatogram (TIC) and single ion chromatograms (SIC) for glycopeptides
and peptide of Gc protein after tryptic digestion.

(a) Total ion chromatogram in positive ion mode. (b) SIC for trisaccharide-carrying peptides (m/z
906+0.5 and 913+0.5). (c) SIC for disaccharide-carrying peptides (m/z 761+0.5 and 768+0.5). (d) SIC
for monosaccharide-carrying peptides (m/z 679+0.5 and 686+0.5). (e) SIC for corresponding pep-
tides (m/z 1155+0.5 and 1169+0.5).
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Figure. S3. Effects of a glycosidase inhibitor.
Composition and areas of peptides and glycopeptides were evaluated with and without glyco-
sidase (a-Sia-ase and HepG2 cell extract) treatment followed by tryptic digestion.

Gc Protein solution was first treated with a-Sia-ase for 1 h followed by HepG2 cellular ex-
tract in 5 mM CaClz containing 50 mM citrate buffer at pH 5.0 with and without inhibitor (4 pM),
and incubated at 37 °C for 2 h. The reaction solution was then dialyzed in 50 mM ammonium bi-
carbonate (1 h x 3 times) for following tryptic digestion.
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Figure. S4. ERMS of selected ions of glycopeptides.

(a) Precursor ion: m/z 906.3 in the peak around 13.9 min (Fig. 5a) with its peptide sequence of
LPDATPTELAK. (b) Precursor ion: m/z 906.3 in the peak around 14.8 min (Fig. 5a) with its peptide
sequence of LPDATPTELAK. (c) Precursor ion: m/z 913.3 in the peak around 13.5 min (Fig. 5a)
with its peptide sequence of LPEATPTELAK. (d) Precursor ion: m/z 913.3 in the peak around 14.6
min (Fig. 5a) with its peptide sequence of LPEATPTELAK. Arrangement of the figure is the same
as in Fig. 5b.



