Legends to supplemental Figures

Supplemental Figure 1: Annotation of Srrl sequence. The following colour code
was used. Blue: signal peptide, yellow: peptide detected in MS experiments, gray:

identified glycopeptide, green: LPXTG motif.

Supplemental Figures 2a to 2d: Automated identification of peptides after neutral
loss event using X! Tandem . Detection parameters were set to detect fragmentation
ions at low signal to noise ratio.

Supplemental Fig 2a: neutral loss of HexNAc on [234-247] peptide.

Supplemental Fig 2b: neutral Loss of HexNAc on [275-285] peptide.

Supplemental Fig 2c: neutral Loss of HexNAc on [214-233] peptide.

Supplemental Fig 2d: neutral Loss of O-AcHexNAc on [214-233] peptide.

The figures were obtained with the Global Proteome Machine XML data viewer.

(http://bacteria.thegpm.org/tandem/thegpm upview.html).

Supplemental Figures 3a-3t: CID MS/MS spectra of glycopeptides described in
Table 1. Glycan symbols: HexNAc (Square), Hex (Circle), O-AcHexNAc (Crossed

square).



Supplemental Figure 4: Successive neutral loss events of [192-211] peptide
modified with +3(HexNAc) detected by CID MS/MS cycles on LTQ-Orbitrap.
Precursor ion m/z 911.4414 z=3. Sample Srrl MSn4. Scan 2236-2240. Peak noted *

corresponds to the most abundant ion selected for next CID event.

Supplemental Figures 5a-5ag: HCD MS/MS spectra of glycopeptides described in
Table 2. Glycan symbols: HexNAc (Square), Hex (Circle), O-AcHexNAc (Crossed

square).

Supplemental Figure 6: Extracted ion chromatograms (XIC) of MS spectra of non-
glycosylated and glycosylated forms of peptide [192-211] peptide described in
Table 2. The reported data were extracted in the time window 29-39 min. The glycan

modification is reported in each panel.

Supplemental figure 7: SDS PAGE of medium after overnight cultures of S.
agalactiae (A) strain H36B srtA* and (B) strain H36B srtA* AgtfCH. Gel was stained
with Coomassie Blue. Arrowheads points to Srrl bands which were analyzed by MS.
Note the apparent molecular weight difference between the two proteins which

likely reflects the glycosylation default in H36B srtA*AgtfCH.



Supplemental Figures 8a to 8j: ETD MS/MS spectra of glycopeptides described in

Table 3. The deduced glycosylation sites are underlined. Z'=Z + H'.
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MSNESLITPEK Glycopeptide identified in the present study
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Supplemental Figure 3c
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Supplemental Figure 3h
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Supplemental Figure 3i STSISEVSNILETQASLTDK +(AcHexNAc) +(HexNAc)
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Supplemental Figure 3] STSISEVSNILETQASLTDK +(AcHexNAc) +(HexNAc),
m/z= 926.44 z=3, scan 2330 RT 26.77
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Supplemental Figure 3m ESFSANQIVTESSLVTDAGK +(HexNAc)
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Supplemental Figure 3q NASVSSLIEITKPK +(HexNAc),
m/z 631.67 z=3, scan 1340 RT 18.91
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Supplemental Figure 3r TGNESLTPTIR +(HexNAc) z=2
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Supplemental Figure 3s SQVMIASDKTGNESLTPTIR nude
m/z=722.04 z=3, scan 1348 RT 19.75
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Supplemental Figure 3t SQVMIASDKTGNESLTPTIR +(HexNAc)
m/z=789.73 z=3, scan 1316 RT 19.47
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Supplemental Figure 5a
S192TSISEVSNILETQASLTDK211
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Supplemental Figure 5d
S192TSISEVSNILETQASLTDK?211
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Supplemental Figure 5g
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+ 1 O-AcHexNAc + 3 HexNAc
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Supplemental Figure 5|

Y10 S192TSISEVSNILETQASLTDK211
11025;51770 + 4 HexNAc + 3 Hex
m/z=1141.1898 (+3)
ech 96, scan 7547
Yi3 SpectrumFinder score: 1.13E-03
1419.7352 . .
Yo z=1 Precision: 1.91 ppm
992.4892
z=1
8 Peptide
8632':',? 92 2123%906
z=1
Ye
634.3431
z=1 Peptide + (1),
y5 2327.1650
y3 y14 z=1
y 151;33008
Y7 Y11 1734.1526713
Yy
f Yis
Peptide + ([7),
2530;2749
500 1000 1500 2000 2500 3000 3500

m/z



100
95
90
85
80
75
70
65

@ 60
© 55
£ 50
=45
@ 40
35
30
25
20
15
10

Supplemental Figure 5m
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Supplemental Figure 5s
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Supplemental Figure 5w
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