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Supplementary Figures Legends

Supplemental Figure 1 Example of N-glycan isomeric separation by PGC and MSMS
fragment-specific substructure diagnostic ions. A) Distinct PGC-LC elution pattern for 02,6
and 02,3 sialic acid and fragment-specific substructure diagnostic ions for core fucosylation
and 6 arm composition. B) Fragment-specific substructure diagnostic ions for LacdiNac
containing N-glycans. C) Fragment-specific substructure diagnostic ions for bisecting
containing N-glycans. D) Fragment-specific substructure diagnostic ions for NeuGc containing

N-glycans.

Supplementary Figure 2 Overview of the reproducibility of unique glycoform identified
in the prostate tissue. A) Distribution of (number) and % of unique glycoforms identified
across 10-100% of the 54 files. The numbers in parenthesis show the number of glycoforms.
B) Distribution of (hnumber) and % of unique glycoforms identified across 1-6 conditions (five

Pca grades and BPH) is shown in the bar graph.



Supplementary Tables Legends

Supplemental Table SA: Clinical information of the patients included in the study
Supplementary Table SB: Overview of the raw files and search parameters.
Supplementary Table S1: N-glycome dataset of PCa and BPH tissues.
Supplementary Table S2: O-glycome dataset of PCa and BPH tissues.
Supplementary Table S3: Intact N-glycopeptide dataset of PCa and BPH tissues.
Supplementary Table S4: Intact O-glycopeptide dataset of PCa and BPH tissues.
Supplementary Table S5: De-N-glycopeptide dataset of PCa and BPH tissues.
Supplementary Table S6: Proteome dataset of PCa and BPH tissues.

Supplementary Table S7: Significant correlated intact N-glycopeptide with N-glycan

structure.

Supplementary Table S8: Significant correlated intact O-glycopeptide with O-glycan

structure.
Supplementary Data Legends

Supplementary Data S1: Spectra evidences for reduced N-glycans (alditols) released from
PCa and BPH tissues

Supplementary Data S2: Spectra evidences for reduced O-glycans (alditols) released from
PCa and BPH tissues



Supplementary Figures

Supplementary Figure S1

RY: 20784878
100

Reslatue Abunance

RS_B1 061017 #2590 RT: 34.70° AV: 1 NL: 1.32E1
F: ITMS - p ES| E d w Full ms2 856 30@cid33.00 [225.00-1725 00]

s

T i

1362.72 RS_B3 081017 #3357 RT: 4540 AV 1 NL: 111E1
101 " F: TMS - pESI E d w Full ms2 858. 30@cid33.00 [225.00-1725.00]
1261.68
100 LY
° 6arm . Core fucose 6arm ™
8 Dion D ion by
) 115050 1362.80 ..
7 Core fucose ® D-ion v
8 70 [350.16) ny
g a
g l/ g 77448 il
43: 5 g 907 48| 479 59 3
g =0 774.36 1344.84 ;
E 4 02,6 (655>290) 99752 . 1 -
& 115064 2 1044.28
3 90860 1261.68 (Be80 U229
5 1040.44
2 876.36
4836 so07p 794.56 114252 105464
1 @ | 553.40 H ‘ h
&g L “_.h'..‘ I LU ||‘HI|‘_ .
400 50 1000 20 a0 1600 1000 1200 1400 1600
miz miz
27.76
1003 Full MS Base Peak
so- mjfz=1059.4
ané
?D%
50
5\32
£ 7
a0
g g
30
205
u:é
3 17,91 2006 2077
[ e T O T T e B T T ST SR A S A A (T A
18 20 22 24 26 28 30 a2 34
Time (min)
1060.08 [ £
9
100 MS/MS spectra O 1
m/z=1059.38
RT 30.52 min 4 85848 . *
.
g 1}
g B876.44 ¢
B =~ ¢ c
- hd 1565.80 ¢
2850
< B n
P ° v
s = 1750.92
3 3 u
r [ &
- Es
é 949.32 1403, 1;227‘78 1588.88 1768.88 \l
1242.56
36812 49332 47008 1899.0p
Ll | | | i H I I L[
0 L || \I [T ol |HI ‘ ) \‘ 1 ‘ II | |
rrerrrirpherrrr et ey Pttty b rrrm)
400 600 800 1000 1200 1400 1600 1800 2000
miz




RT: 14.06 - 30.84

19.53

NL: 1.89E2

Base Peak m/z=
832.30-833.30 F:
ITMS - p E: ms
[670.00-2000.00] MS
RS_B7_061017

D-221 ion

Relative Abundance

o
S

1993 Full MS Base Peak
903 m/fz=832.8
80
70
g 60
50
e
ﬁ a0
30
20
15.10
20 ! 2a 26 g 30
Time (min)
MS/MS spectra
100 m/z=832.8 750.92
RT 19.53 min
90
80
[ ]
70 n " =u
60 [ ]
951.48

[ ]
10 803.48 g33.52
30 1098.60 <
20
1445 80
10
1403.88 |1463.84
0
400 800 800 1000 1200 1400 1600
miz
100 48.41
Full MS Base Peak
9% m/2=832.8
80
70 41.84
§S{!
33.89
850
2
2% |
i
230 31.23 36, 60
‘ 47.81 634l1 —
20
2852 2878 38.27 ||41 08 4528 56 96 58. 3& so 66
10 - 2661 Emwmw r\J.* h VWV\
0 e S e e P g
25 3 60 65
Tme(mm)
- MS/MS spectra 149164 .
1 m/z=1192.4 w_ !
90 | ; 111256 "
1 RT41.84 min ‘ Y,
80 1193.12 i b
] L4
70 N T it
. . o
E , i
960 T3 g
L e i
<‘%:5(] E T
40 weds L i
- f a 1919.04
Bag o
©30 155084 ¥
E 1047.04 >
20 5 o 65524 N 1873.92
E 1 1634.72
o ] o Al w ¢ Hes1.08
B - - |
0~y [ AAAAY RARLY RANRS RAARS LRALIRARAY LALL | T AAAM LAAR) T T L2 RAkli RALA) RAALI ALY LA L LAMAA] RAAMARLILAAL LALL) |
400 600 800 1000 1200 1400 1600 1800 2000
miz




Supplementary Figure S2
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