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Table S1. Products from the single-pot enzymatic synthesis of MUC16-Tn glycopeptides and
corresponding mass for double and triple charged MUC16 and peptide derivatives.

O-glycans Glycopeptides
Monoisotopic mass [M+2H]** / [M+3H]3*
MUC16 20-mer peptide (VDVGTSGTPSSSPSPTTAGP)
Unglycosylated 901.43/601.29
MUC16-Tn glycopeptides
1 Tn 1002.97 / 668.98
2Tn 1104.51/736.67
3Tn 1206.05 / 804.37
4 Tn 1307.59 / 872.06

5Tn 1409.13 /939.75




Tables S2-13. Product ion tables for assigned glycopeptides identified in Figure 3, highlighting the

Tn-glycosylated sites and corresponding chromatographic retention times (RT)
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¥ 371.192517 186.09989 " 124.40235
¥ 472.240197 236.62373 158.08491
¥ 65027222 280.13975 187.09559
¥ 616.29368 7 308.65048 7 206.10274
¥ 717.34136 7 359.17432% 239.78530
T 814.394127 407.700707 272.13623
¥ 901.42615 451.21671 301.14690
¥ 088.45818 494.73273F 330.15758
¥1278.56958 639.78843 426.86138
F1375.62235 ¥ 688.31481 7 450.21230
¥1665.73375 833.37051% 555.91610
1762.78651 881.89689 " 588.26702
71863.83419" 932.42073 " 621.94958
F1064.88187 082.04457F 655.68214
72035.91898 71018.46313 7 679.31118
F2092.94044 "1046.97386 ¥ 638.31833

b b2 b3
7 100.075697 50.541487 34.03008
¥ 215102637 108.05496 7 72.37240
¥ 314.17105F 157.58016 " 105.39520
¥ 371.19251% 186.09989 7 124.40235
¥ 675.31956 7 338.16342 7 225.77804
¥ 762.351597 381.67943 254.78871
¥ 819.37305% 410.19017 7 273.79587
F 920420737 460.71400" 307.47843
¥1017.47350 ¥ 509.24039 339.82935
F1104.50553 7 552.75640 7 366.84003
F1191.53755 " 596.27242 7 397.85070
F1278.56958 7 630.78843 7 426.86138
71375.62235" 688.314817 450.21230
¥1665.73375 " 833.37051 555.91610
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72108.93536 71054.97132 7 703.649977
F1993.90842 7 997.45785" 665.30766 7
¥1894.84000 7 947.92364 7 632.28485
"1837.81854 7 919.412017 613.277707
71736.77086 " 868.88007 570.50514
71649.73883 7 825.373057 550.584467
F1592.71737F 796.86232F 531.57731F
71491.66969 7 746.33848" 497.89475"
71394.61693 " 697.812107 465.54383"
¥1307.58490 7 654.20609 % 436.53315F

S-HexNAc "1220.55287 " 610.78007" 407.52247F

P

¥'930.441477 465.72437" 310818677

SHexNAc ¥ 833.388707 417.197997 278.46775%
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¥ 543.277307 272.14229% 181.76395F
¥ 246.22454 " 223615917 149.413037
¥ 345.17686 " 173.002077 115.730477
¥ 244129187 122568237 82.04791F
¥ 173.002077 87.04967F 58.36887F
7116.07061" 58.538947 39.36172"

y 7 Yo
r
¥2108.93536 "1054.97132 7 703.64997 F
¥1993.90842 7 997.45785" 665.30766 7
¥1894.84000 7 947.92364 7 632.28485"

T-HexNAc "1837.81854 % 919.412017 613.27770F

S

ww o e

P

71533.69149 7 767.34938 7 511.90201 7
71446.65946 7 723.83337 "7 482.89134 7
F1380.63800 7 695.32264 7 463.88418 7
128859032 " 644.79880 " 430.20162 "
F1191.53755 7 596.27242 7 397.85070 7
F1104.505537 662.75640" 368.84003 7
¥1017.47350 500.24030 7 339.82035 7
¥ 930.44147% 465.72437% 310.81867 "

SHexNAc 7 833.38870 7 417197907 278.467757

¥ 543.27730% 272.14229% 181.76395 "
¥ 446.22454% 223.61501 7 149.41303 7
¥ 345.17686 7 173.09207" 115.73047 7
¥ 244120187 122.568237 82.04791F
¥ 173.09207% 87.04967% 58.36887%
7116070617 58.538947 39.361727
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¥1762.78651" 881.89689 7 588.26702 P
¥1863.83419 7 932.42073 7 621.94958 T
¥1964.88187 7 982.94457F 655.63214 5y
2035.91808 1018.46313 7 670.31118 A
¥2092.94044 ¥1046.97386 7 698.31833 G
P
b b b*
100.07569 7 50.54148" 34.03008
215.10263 7 108.05496 7 72.37240
314171057 157.58916 7 105.39520
371.19251 7 186.09989 " 124.40235
472.240191 236.62373" 158.08491
559.272227 280.13975 7 187.09559
616.20368 7 308.65048 7 206.10274
920420737 460.71400 7 307.47843
1017.47350 7 509.24039 7 339.82935
1104.50553 7 552.756407 368.84003
1191.537557 586.27242F 397.85070
1278.56958 7 639.78843 7 426.86138
1375.62235" 688.31481"7 459.21230
1462.654377 731.830837 488.22208
1559.70714 7 780.35721% 520.57390
1863.83419 7 932420737 621.94958
1964.88187 " 98294457 655.63214
2035918987  1018.46313% 679.31118
2092940447 1046.97386" 698.31833

Seq. y y*
v
D ¥ 2108.93536"  1054.971327
v ¥ 1993.90842" 997.45785
G ¥ 1894.84000" 947.92364 7
T ¥ 1837.81854"7 919.41291 7
= ¥ 1736.77086 " 868.88907 7
G ¥ 1640.738837 825.37305 7
THexNAc ¥ 1592717377 796.86232 7
P ¥ 1288590327 644.79880 7
S ¥ 1191.537557 596.272427
s ¥ 1104.505537 552.75640 7
s ¥ 1017.473507 509.24039 7
P r 930.441477 465.724377
s 4 833.388707 417.19700 %
P r 746.35668 7 373.68198 %
T-HexNAc 7 649.30391 7 325.15559 7
i d 345176867 173.00207 7
A r 244.129187 122.56823 7
G r 173.09207" 87.04967 "
P r 116.07061" 58.53894 7

¥ #

F20
703.64997 7 19
665.30766 7 18
632.284857 17
613.277707 16
579.59514 7 15
550.58446 7 14
531.57731 713
430.201627 12
397.85070 7 11
368.840037 10
339.829357 9
310.818677 8
278.467757 7
249.45708 % 6
217.10616 7 5
115730477 4
82.04791F 3
58.36887 7 2
39.36172"7 1
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