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Average Charge state | Total MS
Composition signal
Ctrl Glycine boost by
glycine
M5 1.6 19 13.1
M6 1.7 1.9 21.9
M7 1.9 2.0 23.3
M3 1.8 2.0 35.6
M9 2.0 2.0 36.9
A2 15 19 9.8
A2[6]G1 1.8 2.0 10.6
A2[3]G1 1.6 2.0 114
A2G2 1.9 2.0 9.6
FAl 1.5 1.9 25.1
FA2 1.6 2.0 13.8
FA2[6]G1 19 2.0 9.9
FA2[3]G1 1.7 2.0 15.4
FA2G2 2.0 2.0 10.1
A2BG2 2.0 2.3 3.1
FA2B 1.8 2.0 5.1
FA2[6]BG1 2.0 2.1 3.6
FA2BG2 2.0 2.3 3.6
M4A1G15[6]1 2.0 2.0 12.2
Al1G1S1 1.9 2.0 11.4
A2G1S1 2.0 2.0 11.8
A2G2S1 2.0 2.2 7.9
FA2G15[6]1 2.0 2.0 7.3
FA2G25[6]1 2.0 2.3 9.0
A2BG2S 2.0 2.6 5.1
FA2BG25[6]1 2.0 2.7 6.6
A2G25[6,3]2 2.0 2.6 13.1
A2G25[6,6]2 2.0 2.6 6.5
FA2G2S[3,3]2 2.0 2.6 15.0
FA2G2S[3,6]2 2.0 2.7 16.8
FA2G2S[6,6]2 2.0 2.7 13.8
A3G35[3,6]2 2.0 2.8 16.6
A3G35[6,6]2 2.0 2.8 18.0
FA3G3S2 2.0 2.9 47.9
FA2BG25[6,6]2 2.0 2.8 10.5
A3G3S[3,3,6]3 - 2.9 o0
A3G35[3,6,6]3 2.2 2.9 26.3
A3G35[6,6,6]3 2.1 2.9 33.3
A3G3F15[3,6,6]3 - 3.0 oo
FA3G35[3,6,6]3 - 3.0 oo
A4GAS[3,3,6]3 - 3.0 oo
A4GA4S[3,3,3,6]4 - 3.0 oo
N=3

FIG. 26A
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Relative levels to FA2G2
Peak # Composition FLR MS
Ctrl Glycine Ctrl Glycine
1 A2 2.6% 2.6% 1.9% 1.8%
2 FA2 97.2% 97.1% 71.4% 98.2%
3 M5 16.4% 16.4% 12.4% 16.1%
a, [s)
4 A;?G‘-;zl 26.6% 26.6% 358;: 44.0% 1:;/? 25.0%
5 A2[3]G1 2.8% 2.9% 2.2% 2.5%
6 FA2[6]G1 109.4% | 109.3% 116.3% 114.2%
7 FA2[3]G1 40.6% 40.5% 26.0% 39.8%
8 FA2[6]BG1 29.0% 29.0% 66.5% 24.0%
9 M6 28.8% 28.8% 11.0% 23.9%
10 A2G2 41.7% 41.6% 59.6% 57.1%
11 A2BG2 7.0% 7.2% 11.0% 3.4%
12 FA2G2 100.0% | 100.0% 100.0% 100.0%
13 FA2BG2 19.2% 19.3% 46.7% 16.8%
14 M4:;g21::{6]1 16.3% 16.4% 1538;(;) 19.7% 171120; 18.3%
15 A2G251 285.9% | 285.3% 509.9% 399.8%
a, Q,
16 F:;E(z;sz[sﬁﬁl 105.3% | 106.8% 12151-1;6 136.6% ;Si; 112.2%
17 M8 11.7% 11.9% 2.9% 10.3%
0, 0,
1o [ mell N | g, [samal g [2m T,
19 A2G25[6,3]2 54.9% 56.3% 57.9% 75.4%
20 AZGT\;E;G'G]Z 469.7% | 498.6% 52_94';:% 565.7% 3263132;5) 384.5%
21 FA2G25[6,6]2 46.7% 48.3% 35.5% 48.6%
22 FA2BG25[6,6]2 19.1% 21.3% 15.1% 15.7%
23 A3G35[3,6]2 29.8% 30.1% 25.8% 42.6%
24 A3G35[6,6]2 18.5% 21.7% 15.0% 26.9%
a, a,
25 Mf::é?.?g,ZGB 5.2% 5.3% gg; 1.2% ii; 6.9%
26 A3G35[3,6,6]3 38.5% 40.8% 15.3% 39.9%
A3G35[6,6,6]3 3.1% 10.2%
27 FA3G31S[6,6,63 17.5% 19.7% 0.0% 3.1% 2% 16.4%

FIG. 28A
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Average Charge |Total signal
Composition state boost by
Ctrl | Glycine | glycine

M5 2.0 2.0 6.1
M6 2.0 2.0 57
M7 2.0 2.0 6.5
M8 2.0 2.0 11.2
M9 2.0 2.0 16.4
A2 2.0 2.0 2.8
A2[6]G1 2.0 2.0 4.7
A2[3]G1 2.0 2.0 3.7
A2G2 2.1 2.1 7.8
FA2 2.1 2.0 9.1
FA2[6]G1 2.1 2.0 10.6
FA2[3]G1 2.1 2.1 10.8
FA2G2 2.2 2.1 11.8
A2BG2 2.3 2.5 10.5
FA2B 2.0 2.0 11.6
FA2[6]BG1 2.2 2.2 10.3
FA2BG2 2.3 2.5 14.9
MA4A1G1S[6]1 2.1 2.1 10.8
A2G1S1 2.1 2.0 13.4
A2G2S[6]1 2.4 2.4 11.0
FA2G1S[6]1 2.2 21 11.1
FA2G2S[6]1 2.4 25 12.6
A2BG2S 2.5 2.8 14.5
FA2BG25[6]1 2.6 2.8 14.0
A2G25[6,3]2 2.5 2.7 30.2
A2G25[6,6]2 2.6 2.8 19.0
FA2G25[3,3]2 2.4 2.7 38.7
FA2G25[3,6]2 2.5 2.8 36.8
FA2G25[6,6]2 2.6 2.9 21.3

N =3

FIG.

30A
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Relative levels to FA2 Average Charge Total
Composition FLR MS state h5|gnatl‘
Ctrl Ctrl Glycine Ctrl Glycine oos.t ¥
glycine
FAL 0.7% - 0.4% 2.0 2.0 -
A2 1.8% 1.6% 2.2% 2.0 2.0 1.7
FA2 102.6% 124.1% 110.2% 2.0 2.0 1.1
M5 14.8% 13.9% 2.0 2.0 1.2
FA2B 48.5% 34.8% 49.7% 27.6% 41.5% 2.0 2.0 1.0
A2[6]G1 2.5% 1.4% 2.3% 2.0 2.0 2.1
A2[3]G1 1.7% 1.1% 1.6% 2.0 2.0 1.7
FA2[6]G1 136.3% 140.8% 124.0% 2.0 2.0 1.1
FA2[3]G1 56.7% 60.5% 54.6% 2.0 2.1 1.1
FA2[6]BG1 49.2% 18.6% 16.2% 2.0 2.3 1.2
M6 18.2% 14.1% 14.2% 1.9 2.0 1.2
AlG151 4.1% 4.7% 5.1% 2.0 2.0 1.3
A2G2 8.0% 7.5% 8.7% 2.0 2.1 1.4
FA2G2 100.0% 100.0% 100.0% 2.0 2.1 1.2
A2G151 11.6% 14.4% 2.0 2.3 1.5
FA2BG2 27.0% 13.0% 24.6% 16.7% 31.0% 2.0 2.6 1.6
M4A1G15[6]1 5.5% 6.7% 2.0 2.1 1.5
A2G251 5.9% 6.6% 2.0 2.2 1.4
M7 47.1% 1.5% 30.1% 3.5% 38.9% 2.0 2.0 2.8
FA2G1S[6]1 17.2% 22.2% 2.0 2.3 1.6
A2G25[6]1 266.6% 288.0% 390.5% 2.0 2.4 1.7
FA2G25[6]1 131.1% 129.7% 154.1% 2.0 2.6 2.2
M8 2.8% 4.7% 2.0 2.0 2.1
A2G25[3,3]2 27.0% 2.3% 7.9% 3.7% | 12.0% 2.0 2.7 2.0
M5A1G151 2.8% 3.6% 2.0 2.1 1.6
FA2BG2S[6]1 48.0% 37.7% 63.1% 2.0 2.8 2.1
FA2G25[3,3]2 18.6% 10.5% 15.8% 2.0 2.7 1.9
A2G2S5[3,6]2 175.8% 150.6% 254.5% 2.0 2.7 2.1
FA2G25[3,6]2 6.8% 9.3% 19.3% 2.0 2.8 2.6
A2G25[6,6]2 1271.0% 1010.0% |1024.3]1684.0%| 1701.8 2.0 2.7 2.1
M9 14.3% % 17.8% % 2.0 2.0 1.5
FA2G2S[6,6]2 100.4% 68.6% 125.9% 2.0 2.8 2.3
FA2BG25[6,6]2 33.7% 19.4% 41.2% 2.2 2.9 2.6
A3G35[3,6]2 24.8% 9.6% 24.8% 2.2 3.0 3.2
A3G3S[6,6]2 7.6% 2.3% 6.4% 2.0 3.0 3.4
A3G35[3,3,6]3 34.7% 21.0% 41.9% 2.5 3.0 2.5
A3G35[3,6,6]3 236.3% 161.5% 294.7% 2.5 3.0 2.3
A3G3F15[3,6,6]3 94.3% 39.7% 74.4% 2.6 3.0 2.3
A3G35[6,6,6]3 276% |2 0w |M2 ¥ 24 3.0 3.0
FA3G315[6,5,6]3 30.8% - 2.0% 2.7 3.0 -
A4G45[3,3,6]3 8.5% 8.5% 15.0% 17.3% 3.0 3.0 2.2
A4G4S[3,3,3,614 19.2% 15.2% 24.5% 2.9 3.1 2.0
A4GAS|[3,6,6,6]4 9.9% 17.6% 3.0 3.0 2.2
A4G4F5[3,3,6,6]4 15.7% - 9.9% 2.6% 20.2% 3.0 3.0 -
N =3

FIG. 31A
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Average Charge state .
Total signal

Composition . hoost by

Ctrl Glycine .
glycine

A2 1.0 1.3 0.9
FA2 1.1 1.5 2.3
FA2B 1.5 1.9 1.8
M5 1.0 1.0 0.8
FA2[6]G1 1.1 1.7 2.4
FA2[3]G1 1.1 1.8 2.2
FA2[6]BG1 1.7 2.0 1.7
Mé 1.0 1.0 0.6
A2G2 1.2 1.9 2.9
FA2G2 1.4 1.9 2.2
FA2BG2 1.9 2.0 1.3
FA2G1S[6]1 1.8 2.0 1.6
A2G25[6]1 1.6 2.0 2.1
FA2G25[6]1 1.8 2.0 1.1
FA2BG25[6]1 2.0 2.0 0.7
A2G25[3,6]2 1.9 2.0 0.8
A2G25[6,6]2 1.8 2.0 1.2
M9 1.3 1.9 1.5
FA2G2S[6,6]2 2.0 2.0 0.7
FA2BG25[6,6]2 2.0 2.0 0.6
A3G35[3,6,6]3 2.0 2.2 0.6
A3G35[6,6,6]3 2.0 2.1 0.5
A3G3F15[3,6,6]3 2.0 2.2 0.3
FA3G31S][6,6,6]3 2.0 2.3 0.4

FIG. 32
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ProCA labeled BSM O-glycans

Average Total signal
Composition charge state boost by

Ctrl Glycine glycine
HexNAc 1.0 1.0 1.8
HexNAc2 1.0 1.0 3.2
HexNAc3 1.0 1.2 2.1
Hex1HexNAcl 1.0 1.0 3.7
HexNAc1NeuAcl 1.0 1.0 2.6
HexNAcINeuGcl 1.0 1.0 2.7
HexNAc2NeuAcl 1.1 1.5 8.1
HexNAc2NeuGcl 1.1 1.5 9.0
Hex1HexNAc1NeuAcl 1.0 1.2 8.7
Hex1HexNAcINeuAcldHex1 1.1 1.6 8.8
Hex1HexNAc2NeuAcl 1.6 1.9 18.6
Hex1HexNAc2NeuGcel 1.6 1.9 21.7
Hex1HexNAc2NeuAcldHex1 1.7 2.0 21.3
Hex1HexNAc2NeuGcldHex1 1.7 2.0 23.7
Hex1HexNAcddHex1 2.0 2.0 8.3
Hex3HexNac4dHex1 2.0 2.0 14.0
Hex1HexNAc1lNeuAc2 1.5 2.0 34.3
Hex1HexNAc1NeuAclNeuGcl 1.2 2.0 156.5
Hex1HexNAc3NeuAcl 2.0 2.0 22.8
Hex1HexNAc3NeuAcldHex 2.0 2.0 16.1
Hex1HexNAc2NeuAcldHex2 1.7 2.0 30.5
Hex2HexNAc2NeuAcldHex1 - 2.0 °0
Hex2HexNAc2NeuGcel - 2.0 o0
Hex1HexNAc3Sulf1 1.0 1.4 6.3
Hex2HexNAc2Sulfl 1.0 1.1 4.0
Hex2HexNAc2dHex1Sulfl 1.0 1.2 4.6

N =3

FIG. 38A
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FIG. 38C
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Reduced BSM O-glycans
Average
Composition charge state Total signa!
boast by glycine
Ctrl | Glycine
HexNAc 1.0 1.0 5.5
HexNAc2 1.0 1.0 5.5
HexNAc3 1.0 1.0 3.9
Hex1HexNAcl 1.0 1.0 12.2
HexNAc1NeuAcl 1.0 1.0 2.2
HexNAc1NeuGcl 1.0 1.0 2.6
HexNAc2NeuAcl 1.0 1.0 1.8
HexNAc2NeuGcl 1.0 1.0 1.7
Hex1HexNAc1NeuAcl 1.0 1.0 2.1
Hex1HexNAcINeuAcldHex1 1.0 1.0 1.7
Hex1HexNAc2NeuAcl 1.0 1.0 0.9
Hex1HexNAc2NeuGcl 1.0 1.0 1.4
Hex1HexNAc2NeuAcldHex1 1.0 1.0 1.1
Hex1HexNAc2NeuGcldHex1 1.0 1.0 0.2
Hex1HexNAc4dHex1 1.0 1.0 0.8
Hex3HexNac4dHex1 1.0 10 0.3
Hex1HexNAc1NeuAc2 1.0 1.0 0.2
Hex1HexNAc1NeuAclNeuGcel 1.0 1.0 0.1
N=3
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