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Supplemental Figures 
Supplemental Figure 1. O-Fucosylation sites are elongated by Fringe to varying degrees.  
MRM analyses showing the relative levels of unmodified (black line), O-fucose monosaccharide (red 
line) and O-fucose disaccharide (blue line) of several peptides containing predicted O-fucose sites in the 
absence of Fringe (A-H) and presence of Fringe (A’-H’). List of peptides searched in each EIC are in 
Table 1, and corresponding spectra are in Fig. S3. A, A’ (EGF3); B, B’ (EGF5); C, C’ (EGF7); D, D’ 
(EGF8); E, E’ (EGF9); F, F’ (EGF21); G, G’ (EGF28); H, H’ (EGF31). Red triangle represents fucose 
(dHexose). Blue square is GlcNAc (HexNAc).  
 
Supplemental Figure 2. Sequence alignments of O-glycosylated EGF repeats 
Alignments of the amino acid sequences within and surrounding the current consensus sequences of O-
glycosylation of EGF repeats containing O-fucose (A-B), O-glucose (C) and O-GlcNAc (D) sites shown 
using WebLogo (1). Sequences of the 22 EGF repeats containing O-fucose sites were organized into 
either four categories of approximate amounts of O-fucosylation based on EICs generated in the absence 
of Fringe (A) or four categories of fucose elongation from EICs generated in the presence of Fringe (B) 
(see Fig. 4). C, Sequences of the 18 EGF repeats containing O-glucose sites were organized into three 
categories of approximate amounts of glucose elongation based on EICs (see Fig. 5). D, Sequences of the 
18 EGF repeats containing O-GlcNAc sites were organized into two categories of either having or not 
having apparent O-GlcNAc modification based on EICs (see Fig. 6). 
 
Supplemental Figure 3. Mass spectra of O-glycosylated peptides from Drosophila Notch 
Drosophila Notch was purified from S2 cells and prepared for mass spectral analyses. For each peptide, 
top panels show MS spectra at a specific retention time, and red diamonds indicate ions chosen for 
fragmentation. Parent ions corresponding to specified peptides are fragmented to produce MS2 spectra, 
shown in the bottom panels. Parent ions of the represented peptide are labeled with the charge state of the 
peptide in that specific spectrum. Other ions in the MS spectra are from co-eluting material. Blue 
diamonds in MS2 spectra indicate the position of the parent ion. Spectra representing the most 
glycosylated form of each peptide found in the MS/MS data are shown. For analyzing O-fucosylation, S2 
cells were co-transfected with or without Fringe, and peptides containing an O-fucose consensus sequence 
were inspected in both conditions (-Fringe or +Fringe). Spectra analyzing O-glucosylation and O-
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GlcNAcylation were taken from Notch generated in the absence of Fringe, except the EGF26 O-GlcNAc 
site. Tables to the right of spectra show the ions searched in EICs analyzing O-fucose, O-glucose and O-
GlcNAc glycoforms in Figs. 3, 4A, 5A, 6A and Fig. 8 and MRM in Figs. 3 and S1.  Red triangle 
represents fucose (dHexose). Blue circle is glucose (Hexose). Orange star is xylose (Pentose). Blue square 
is GlcNAc (HexNAc). 
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