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Annotation and Fragmentation Key

Mannose (162.0528 Da)

Galactose (162.0528 Da)
N-Acetylglucosamine (203.0794 Da)

N-Acetylgalactosamine (203.0794 Da)
N-Acetylneuraminic acid (291.0954 Da)
Fucose (146.0579 Da)

Cross-ring fragment (unspecified)
Acetyl group (42.0106 Da)

Indicates mostly Y ions (includes oxygen of glyosidic linkage)

Indicates mostly Z ions (excludes oxygen of glyosidic linkage) Y, Z, 1,5)(1 Y, Z, 1'5X0

Reduced reducing end CH.OH
CH,OH
Phosphate (79.9700 Da) 2 2 CH,OH

- bddzo>OoIHO®

4 OH (o) N
3 l 6 N OH (o} OH
2 {1 8

! undefined OH OH OH

0’2A1 B, ¢ B, G B, C;

Han, L. & Costello, C.E. Mass spectrometry of glycans. Biochemistry (Moscow) 78, 710-720 (2013).



Supplementary Data S1
Manually annotated PGC-LC-ESI-CID-MS/MS (-) spectra of
reduced N-glycans (alditols) released from nMPO



Glycan #1

Observed m/z 571.24 (1-), RT: ~17.8 min

[M-H]-571.23 Da
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* Ambiguity of the cross-ring fragments



Glycan #2

Observed m/z 587.30 (1-), RT: ~¥16.9 min
[M-H]- 587.23 Da
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Glycan #3

Observed m/z 733.36 (1-), RT: ~21.1 min
[M-H]- 733.28 Da
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* Ambiguity of the cross-ring fragments



Glycan #4 Note: Only one isomer was observed for M2, which is biosynthetically O
predicted to be al,6-linkage isomer based on experience with g
Observed m/z 749.36 (1-), RT: ~18.4 min neutrophil glycosylation. The a1,3-isomer, typically of lower abundance

o [I\/I-H]' 749.28 D3 @ in human neutrophils, was not detected.
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Glycan #5a
Observed m/z 895.46 (1-), RT: ~24.3 min
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Note: Identified as the al,6-Man isomer based on PGC LC elution time,

its high abundance and experience with neutrophil N-glycosylation.
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* Ambiguity of the cross-ring fragments



Note: This low abundance glycan was annotated as the al,3-Man isomer
based on PGC LC elution time and experience with neutrophil N-glycosylation. .

Glycan #5b

Observed m/z 895.46 (1-), RT: ~26.4 min
[M-H]- 895.34 Da o) 4

P #
95 .
= 350.16 S
90 O
85—; , ’ M 2 F b
803 ..y Precursor ion
-Acetyl

70°
E ; g .‘ 853.48
- * .
] 553.32
60 383.16

T @
] . 689.36
40 $
*k Mgy
- @ Precursor ion

= -
: v - -Acetyl-H,0

257 389.16 o
N
633.28 65156 715.36 784.44 811.92 876.64

D o)
341.04 -
N 40728 ~C~
332.12
261.12 299.04 328.12
II ‘ ‘ll‘ l“ :l I ih L l f |
| AR RN RARAY AR RARLS RARAN
50

~C
867.72 895.32
250 300 3 400 450 500 550 600 650 700 750 800 850 900
m/z

N
o

=
o
crv b ber e b b

=
)]

593.72 789.44 807.08
748.16 604.20

[&)]

o

* Ambiguity of the cross-ring fragments



Glycan #6

Observed m/z 911.44 (1-), RT: ~22.9 min Y
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Glycan #7

Observed m/z 1057.54 (1-), RT: ~31.1 min
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Glycan #8a
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Note: The outer mannose residue has been placed on the al,6-Man arm based on biosynthetic rules and

may be predicted to be al,6-linked based on PGC LC elution pattern (relative to the M4b isomer). However

the mannosyl linkage of this residue was left unassigned since no MS/MS evidence is present to support this.

Observed m/z 1073.40 (1-), RT: ~18.3 min
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Note: The outer mannose residue has been placed on the al,6-Man arm based on biosynthetic rules and .

Glycan #8b may be predicted to be al,3-linked based on PGC LC elution pattern (relative to the M4a isomer). However
the mannosyl linkage of this residue was left unassigned since no MS/MS evidence is present to support this. .‘ ’.
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Note: The outer mannose residue has been placed on the al,6-Man arm based on biosynthetic rules. Unknown if .
Glycan #9 this residue is found in a a1,3- or al,6-linkage since no MS/MS evidence to support either so left unassigned. .
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Glycan #10 @ O

Observed m/z 617.22 (2-), RT: ~18.1 min N
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Glycan #11a Note: Structure predicted from known biosynthetic rules, but no MS/MS %
support for exact topology of outer mannose residues. ‘
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Glycan #11b Note: Structure predicted from known biosynthetic rules, but no P ®
MS/MS support for exact topology of outer mannose residues.

Observed m/z 1381.62 (1-), RT: ~33.2 min @ 9
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Glycan #12 @ O

Observed m/z 698.36 (2-), RT: ~20.7 min o
[M-H]- 1397.49 Da O
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Glycan #13

100

95

90

85

80

75

70

65

60

55

50

45

40

35

30

25

20

15

10

Observed m/z 779.38 (2-), RT: ~20.9 min

698.32

e o
eeoe ®

M-H]- 1559.54 Da
(M-H] 2 e ®
eoe ®
_2 .‘\ -'. ‘-O-‘
-2 ".\ ." -Hex M7
e o T
00 ©
‘e -2 He
g* \ ~O-
596.24 l .\‘ ".
20 o &7'28 eeoe ©
e © 5
; B e o
% ~oe ® -2 -4 Hex
e0oe © =
D, * e e o e o
® @ O * g @ ® e @ o
r ‘e’ 5 13 ¢ee ® oo ®
668.32 869 40 3 Hex 119352 -2 Hex
536.24 o
ST 707.32 1174 52
809.32
o l ] AN | l ) l l - ?89 0 1151 52 127760 1379.76 144172 1499.60
0 700 ' 900 ' '1000 1100 1200' i ‘1300 1400 1500

* Ambiguity of the cross-ring fragments



Glycan #14a

Observed m/z 738.23 (2-), RT: ~17.6 min
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Note: Based on knowledge of the M6P pathway, the phosphate moiety
appears on outer mannose residue, but no direct MS/MS evidence to
support the exact position of the phosphate.
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Glycan #14b
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Observed m/z 738.23 (2-), RT: ~18.5 min

[M-H]- 1477.46 Da

Note: Based on knowledge of the M6P pathway, the
phosphate moiety appears on outer mannose residue,
but no MS/MS evidence to support the exact position.
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Glvcan #15 Note: Based on knowledge of the M6P pathway, the phosphate o
y moiety appears on outer mannose residue, but no MS/MS evidence -

Observed m/z 819.32 (2-), RT: ~17.8 min to support the exact position of the phosphate. .\ ,.
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Glycan #16

Observed m/z 1260.60 (1-), RT: ~33.7 min
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Note: From biosynthetic pathway, the single B1,2-GIcNAc residue
is predicted to occupy the a-1,3 arm but no MS/MS evidence to

support this, so here left unassigned.
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Glycan #17 e RO

Observed m/z 731.28 (2-), RT: ~¥26.1 min

[M-H]- 1463.55 Da <D ) 4
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Glycan #18

Observed m/z 783.28 (2-), RT: ~22.3 min
[M-H] 1567.56 Da
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Note: This glycan is annotated as the a2,6-sialyl linkage isomer based on the early ’
PGC-LC elution and experience with neutrophil N-glycan profiling. The elongated
antenna is known to frequently occupy the al,3-arm rather than the al,6-arm of
neutrophil N-glycans and have thus been assigned as such. .
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Glycan #19a

Observed m/z 856.31 (2-), RT: ~¥27.9 min
[M-H]- 1713.62 Da
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Note: This glycan is annotated as the a2,6-sialyl linkage isomer based on the early PGC-LC elution and experience
with neutrophil N-glycan profiling. The elongated antenna is known to frequently occupy the al,3-arm rather than

the al,6-arm of neutrophil N-glycans and have thus been assigned as such.
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Note: This glycan is annotated as the a2,3-sialyl linkage isomer based on the late PGC-LC elution and Q
G|Vcan #19b experience with neutrophil N-glycan profiling. The elongated antenna is known to frequently occupy the ’
al,3-arm rather than the al,6-arm of neutrophil N-glycans and is thus assigned as such. ®
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Note: This low abundance glycan is possibly the isomer where the Sia-Gal-GIcNAc antenna occupy the al,6-arm ’

Glycan #19c rather than the a1,3-arm common for neutrophil N-glycans but no direct MS/MS evidence to support this 2
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Note: This glycan is annotated as the a2,6-sialyl linkage isomer based on the early PGC-LC elution and higher #’
Glycan #20a  abundance (relative to Glycan #20b) and experience with neutrophil N-glycan profiling. The elongated antenna is known d
to frequently occupy the al,3-arm rather than the al,6-arm of neutrophil N-glycans and is thus represented as such. g
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Note: This glycan is annotated as the a2,3-sialyl linkage isomer based on the later PGC-LC elution and lower abundance
Glycan #20b (relative to Glycan #20a) and experience with neutrophil N-glycan profiling. The elongated antenna is known to Q
frequently occupy the al,3-arm rather than the al,6-arm of neutrophil N-glycans and have thus been assigned as such. )
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Note: This glycan is annotated as the a2,6-sialyl linkage isomer based on the early PGC-LC elution and ’
Glycan #21 ;

experience with neutrophil N-glycan profiling. The arm position of the sialic acid could not be deduced. e
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Note: This glycan has been annotated as the a2,6-/a2,6-sialyl isomer based on the early PGC-LC elution time.

Glycan #22a
Observed m/z 1184.52 (2-), RT: ~31.1 min

100+

95

90

85

80

754

70

65

60

55+

50

457

N
T

N
T

H
T

H
T

ol
trralin

o

5

[M-H]- 2369.84 Da

655.32

0
BQ+
@

674.28

452.08

55132 586.52
612.20

l

508.08 1

748.28

5o
b

817.28

O F-:_O »

-2

»

»

829.40

877.40

”

961._49

943.48

1074.04

1021.56

1185.00

1122.20

k4

ie

1275.60

1215.56

1368.68
1312.68

1406.72

1380.68

;
¢

1506.88 156712

|

1419.60

|‘|||||l
500

600

700

800

,lﬂ,n,

900 1000

1100

m/z

1200

1500

1

P.

1600

e
«

FA2G2S2a
' 2

. »
Se 2.2
E or 5

1709.84

1857.88
1787.76

1899.08
1626.84

1695.92

‘ 1727.80 |1813.88 1957.00
T I'| T I T T II || iaa|

T
1700 1800 1900 2000

f——

* Ambiguity of the cross-ring fragments



Note: This glycan has been annotated as the a2,6-/a2,3-sialyl isomer based on the . ) 4

Glycan #22b late PGC-LC elution time (relative to Glycan #22a) and experience with neutrophil N-
glycosylation. Not possible to position the a2,6- and a2,3-sialic acid to specific arms.
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Glvcan #23 Note: No MS/MS evidence to support fucosyl-linkage type or the position of Y ’
y this outer arm residue, hence these features relating to the fucosyl moiety have ’
Observed m/z 1111.91 (2-), RT: ~29.9 min been left unassigned. The sialyl-linkage can be predicted to be a2,6-sialyl from - - =
- other characterised structures, but the arm position of this residue is unknown.
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Supplementary Data S2A

Examples of Byonic-annotated reversed phase-LC-ESI-HCD-MS/MS (+)
spectra of peptides identified with non-glyco PTMs (i.e. Met and Trp mono-
and di-oxidation and Tyr mono-chlorination) from the analysis of
unenriched peptide mixtures of nMPO



Human myeloperoxidase (P05164)
Mono-oxidised methionine-containing peptide
629KLMEQYGTPNNIDIWMGGVSEPLKR®*! (identification confidence level, PEP 2D: 2.4x1029)
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Human myeloperoxidase (P05164)
Mono-oxidised tryptophan-containing peptide
8\WLPAEYEDGFSLPYGWTPGVKR?!? (identification confidence level, PEP 2D: 1.9x101°)
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Human myeloperoxidase (P05164)
Di-oxidised tryptophan-containing peptide
629KLMEQYGTPNNIDIWMGGVSEPLKR®*! (identification confidence level, PEP 2D: 1.9x10-18)
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Intensity

Human myeloperoxidase (P05164)
Mono-chlorinated tyrosine-containing peptide
"INNIFMSNSYPRDFVNCSTLPALNLASWR’4? (identification confidence level, PEP 2D: 3.3x10%)
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Supplementary Data S2B

Byonic-annotated reversed phase-LC-ESI-HCD-MS/MS (+) spectra of N-
and C-terminal truncation variants of the MPO a- and B-chain identified
from the analysis of unenriched peptide mixtures of nMPO



Human myeloperoxidase (P05164)
o-chain N-terminal (truncation variant)
164GVTCPEQDKYR (identification confidence level, PEP 2D: 4.0x101%)
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Human myeloperoxidase (P05164)
o-chain N-terminal (truncation variant)
16SVTCPEQDKYR (identification confidence level, PEP 2D: 5.7 x 107)
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Human myeloperoxidase (P05164)
ai-chain N-terminal (truncation variant)
166TCPEQDKYR (identification confidence level, PEP 2D: 3.3x108)

Intensity
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Human myeloperoxidase (P05164)
ai-chain N-terminal (truncation variant)

SLMFMQWGQLLDHDLDFTPEPAAR?’? (identification confidence level, PEP 2D: 1.9x1023)
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Human myeloperoxidase (P05164)
B-chain N-terminal (truncation variant)
277TGVNCETSCVQQPPCFPLKIPPNDPR (identification confidence level, PEP 2D: 8.7x10°14)
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Human myeloperoxidase (P05164)
B-chain N-termini (truncation variant)
278GVNCETSCVQQPPCFPLKIPPNDPR (identification confidence level, PEP 2D: 1.1x101°)

: T.GVNC[+57]ETSC[+57]VQQPPC[+57]FPLKIPPNDPR.I z=3,scan#=45626,scan time=71.1045
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Human myeloperoxidase (P05164)
B-chain N-terminal (truncation variant)
273V NCETSCVQQPPCFPLKIPPNDPR (identification confidence level, PEP 2D: 1.5x10°17)

Intensity

' G.YNC[+57]ETSC[+57]VQQPPC[+57]FPLKIPPNDPR.I z=2,scan#=44243, scan time=69.6922
8.00e+07 —

— i_zor I_I_i_1”_ I_i;L09876i_54321

- VNCETSCVQ PPCFPLKIPPNDPR

12 24 e Agatd S 4 g g

6.00e+07 —

i ™~

>

4.00e+07 —

_ 0

>
2.00e+07 — T
P~ o
- . _P - o~
= 1 — e T X 0 o
| - -Lé =2 S 2 o% < T i 0o > N
| > 0 1 '\fquw“‘mﬂ Sl ‘:_"’,m < L kD'."r\I\OO_‘a"‘.‘cn - '(.3
BRINEH T BN PR | =2 3% FIzaT W 8

_ SN CURVOURRY TN VRO IUPUR, S BRSO 3 =t T I At Ao Lal o Ok i N T N N, N (T

0.00e+00 : | : ! | : - ‘ |

1
|
500 1000 m/z 1500 2000 2500



Human myeloperoxidase (P05164)
B-chain C-terminal
DFVNCSTLPALNLASWREAS’#> (identification confidence level, PEP 2D: 1.4x10°8)

Intensity
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Supplementary Data S3A

Manually annotated reversed phase-LC-ESI-HCD-MS/MS (+)
spectra of all glycosylated and non-glycosylated peptides
containing Asn323 identified from the analysis of the
unenriched peptide mixtures of nMPO.
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@ Human myeloperoxidase (P05164)

100
N yg't + SCPACPGSNITIR (Asn323 peptide)
g GIctNAc  Obs. m/z818.32 (2+)
90‘5 Glycan: 203.07 Da (GlcNAc,)
85—5 Glycoform #1 Obs. [M+H]*=1635.64 Da
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@l Human myeloperoxidase (P05164)
SCPACPGSNITIR (Asn323 peptide)
Obs. m/z 891.36 (2+)

; Glycan: 349.14 Da (GlcNAc,Fuc,)
e Obs. [M+H]*=1781.72 Da

oy | |Glycoform #2 v vl + Calc. [M+H]* = 1781.80 Da
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Human myeloperoxidase (P05164)
SCPACPGSNITIR (Asn323 peptide)
Obs. m/z919.91 (2+)
Glycan: 406.15 Da (GIlcNAc,)
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Human myeloperoxidase (P05164)
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Glycan: 552.22 Da (GlcNAc,Fuc,)
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138.05 Human myeloperoxidase (P05164)

100+
N SCPACPGSNITIR (Asn323 peptide)
905 Obs. m/z 1000.93 (2+)
85_§ Glycoform #5 Glycan: 568.21 Da (GlcNAc,Hex,)
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SCPACPGSNITIR (Asn323 peptide)
Obs. m/z 1073.97 (2+)
Glycoform #6 Glycan: 714.27 Da (GlcNAc,Hex, Fuc,)
b2 ’ Obs. [M+H]*=2146.94 Da
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Glycoform #7

Human myeloperoxidase (P05164)
SCPACPGSNITIR (Asn323 peptide)
Obs. m/z 1081.98 (2+)

Glycan: 730.26 Da (GlcNAc,Hex,)
Obs. [M+H]*= 2162.96 Da

Calc. [M+H]*=2162.93 Da
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138.05 Human myeloperoxidase (P05164)
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o5 SCPACPGSNITIR (Asn323 peptide)
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100, 129-10 Human myeloperoxidase (P05164)
o5 |138.05 SCPACPGSNITIR (Asn323 peptide)
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Lo 13805 Human myeloperoxidase (P05164)
i G04.09) [l e o SCPACPGSNITIR (Asn323 peptide)
go§ N Obs. m/z 1236.03 (2+)
85_§ Glycoform #10 y Glycan: 1038.38 Da (GlcNAc,Hex,Fuc,)
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100~ @l Human myeloperoxidase (P05164)
: ® SCPACPGSNITIR (Asn323 peptide)

: @ O Obs. m/z 1244.02 (2+)
. Glycoform #11 E Glycan: 1054.37 Da (GlcNAc,Hex,)
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100+ @I ’ , Human myeloperoxidase (P05164)
: SCPACPGSNITIR (Asn323 peptide)

o] @ o Obs. m/z 884.03 (3+)
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Gos0) I Human myeloperoxidase (P05164)
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¢ @ Human myeloperoxidase (P05164)
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100 @. Human myeloperoxidase (P05164)
E , , SCPACPGSNITIR (Asn323 peptide)

:. O Obs. m/z 1568.07 (2+)
-

95

90

Glycoform #17 Glycan: 1702.58 Da (GlcNAc,Hex,)

85—2 @ Obs. [M+H]*=3135.14 Da
807 Y Calc. [M+H]*=3135.25 Da
1

753 . RT: 40 min
i SCPA|CIPGSNITIR

30

25_3 : 1+

20 11
: Ges.19) GIctNAC  GlcNAC
157
i, o 1t (0s050) @@8s5)
5

107
] 14 + 263.67
- 41616 694.85 Yo (2059 1515.71 1838.82
M1 GlcNAC
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Glycoform #18

Human myeloperoxidase (P05164)
SCPACPGSNITIR (Asn323 peptide)
Obs. m/z 1000.06 (3+)

Glycan: 1565.56 Da (GlcNAc;HexFuc,)
Obs. [M+H]*=2998.18 Da

Calc. [M+H]*=2998.23 Da

b2
SCPACPGSNITIR RT: 40 min
y11 y8
1336.54
117450
b.1+ 829.87 .
+
G Sien Y
48.07 @ GlcNAC 1256.02 " 1
(éoeo 55) Yot @
101203+ G|cNACc
390.09 748.32 63140 @
“ 42471 597.3 30 706. TO ' ‘ | 11—‘97-52 2081.68 2489.90
T ‘I T | | | ‘ ||'| ‘| AR AR RALRS RALLS RARRS RARAN RARAN RARAN RARRY T T RARRARARAS AR SRR AR RAARE AR RAARS RANRY RALLS RAAAY LARAN MRS RALLN RALLS RARAY LARAE RAARE RARES RARA T
200 400 600 1000 1200 1400 1600 1800 2000 2200 2400 2600 2800 3000




40

w
(31

w
o

N
ol

=
(6)]

[EnN
o

(¢)

e

N
o
Jov o v bvera bvvva berva bovoa bvvra b liaag

o

Glycoform #19

Human myeloperoxidase (P05164)
SCPACPGSNITIR (Asn323 peptide)

Obs. m/z 994.39 (3+)

Glycan: 1548.55 Da (GlcNAc;Hex,NeuAc,)
Obs. [M+H]*=2981.17 Da

Calc. [M+H]*=2981.21 Da

m/z

RT: 43 min
T T
y8
1+
Yg t
329.13 GIlcNAc
1060.56
Yl
1264.65 1389.68
1+
416.16 b, 146958  Yg 118561 1593.76
@ 1434.66 1783.79
433.19 : '
‘ 940.52 ‘ ‘ 1739.81
Ih | |
AR RAAA RARAS LAY LAARS RARRS LR RARS BARAS RAARS MRARS MARAY T LA AR IR AN ALY MR LA LAY AR LAY RAAS RLALN RS RARA) IAAAS RAARS ALY MRS RALAY AR RALAS RARAS RAALE RAARS RAAY RN RARM
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oL

Human myeloperoxidase (P05164)

100 SCPACPGSNITIR (Asn323 peptide)
95 Obs. m/z 1563.60 (2+)
907 Glycan: 1694.6 Da (GIcNAc;Hex,NeuAc,Fuc,)
NE Glycoform #20 Obs. [M+H]* = 3126.20 Da
80 e o Calc. [M+H]*=3127.27 Da
o RN Off-by-X (manual) : 1
70_5 v RT: 44 min
65 b2 ’
o SCIPACPGSNITIR
55_2 v8 1563.60
50_2 1564.11
457
40_§ 1787.75

3 1563.10 1564.60
A A
30_3 T T T T T T T T [ T T L o T T T

. 1563.0 1563.5 1564.0 1564.5
25—: 1+ m/z
207 b.1+ Ye© F
e 2 GIcNAc
10—% | @ 1263.64 1540.66

3 1824.47

57 | | 1372.64 1T§4-64 1957.61 2646.29
] | | | |
° | 1OIOO S 12|00 s 14IOO o Il6|00 S 18|OO S ZOIOO o I22|00 S 24IOO o 26|OO o I28|00 C 30|00 S 32|00




Human myeloperoxidase (P05164)
el

SCPACPGSNITIR (Asn323 peptide)
Obs. m/z 1110.81 (2+)
Glycan: 1897.68 Da
Glycoform #21 (GlcNAc,Hex,NeuAc,Fuc,)
2O Ee Obs. [M+H]* = 3330.43 Da
Calc. [M+H]*=3330.35Da
v RT: 42 min
SCPACPGSNITIR
y8
274.09 :
+ Y
73630 Yg' T+ !
GlcNAC 110.56 1781.78
‘ 389.25 799.13 @E@‘ 1264.66 14872 ‘ 1902.54
I‘|||IHII||I|II|II‘I!III|III|I|II|II‘I|III'|IIII|III|III|III|III|III|III|III|
200 400 600 800 1000 1200 1400 1600 1800 2000 2200 2400 2600 2800 3000 3200 3400
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100+ 13/8'05@. Human myeloperoxidase (P05164)
05 ? ’ SCPACPGSNITIR (Asn323 peptide)
: Obs. m/z 1261.84 (3+)
Glycoform #22 Glycan: 2350.83 Da (GlcNAc,Hex:NeuAc,Fuc,)
2—.\ ﬁ* Obs. [M+H]* = 3783.52 Da
‘& Calc. [M+H]*= 3783.50 Da
) 4 RT: 44 min

. 222.79
90

. SCPACPGSNITIR

. 274.09
45+

1

35

30—:
25—;
20—; ’ y81+ +

B Ge2 19 GlcNAC

10

1635.74

1060.56
545 29 O 1316.15 Y, 178184 184776
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Supplementary Data S3B

Manually annotated reversed phase-LC-ESI-HCD-MS/MS (+) spectra of all
glycosylated and non-glycosylated peptides containing Asn355 identified
from the analysis of the unenriched peptide mixtures of nMPO.




@bl (-18) I+ Human myeloperoxidase (P05164) |
NLRNMSNQLGLLAVNQR (Asn355 peptide)
Obs. m/z 653.33 (3+)

E Obs. [M+H]*=1957.99 Da

e Calc. [M+H]*=1957.04 Da

803 RT: 59 min

759

100
95

90

70

112008 vyt yg' Non-glycosylated peptide

- 1+
”3 G039 Ys @09
60? QEEEE) 1+

] Y1 bl b10

& N|LR N M S N Q|L|G|L|L|A|V|N|Q|R

453
407
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307
25 v,

] 430.28
. 16.2 45,
20 @ 94550 Volt

9
1+ 1+

144 .5 1909.13
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1048.56 Human myeloperoxidase (P05164)

j Glycoform #1 NLRNMSNQLGLLAVNQR (Asn355 peptide)
Obs. m/z 1080.57 (2+)
B Glycan: 203.08 Da (GlcNAc,)
NLRNMSNQ LLG“' LLALV NLQLR Obs. [M+H]*= 2160.14 Da
v y7  y5 ya vyl Calc. [M+H]*=2160.11 Da
RT: 54 min
Y12+
y. y21+ L y5 1+ y81+ 988.54
400.19 ors%8 Y7 1111. 1312.73
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Human myeloperoxidase (P05164)
NLRNMSNQLGLLAVNQR (Asn355 peptide)
Obs. m/z 1182.10 (2+)

Glycan: 406.16 Da (GlcNAc,)
NLRNMSN Q LG L\_L\_A\_V\_N \_Q\_R Obs. [M+H]*= 2363.20 Da

] O vi S g5 o Calc. [M+H]*=2363.20 Da

757 RT: 56 min

70

1150.10
1007 Glycoform #2
95
90
85

80

651
60
55
50

457
] 2+
- Yl

40

35

307
7 138.05
177 04.09) [l

25__ 1 y21+

20
15
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222.83
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303.18

400.19

y31+ y4

366.1 14

e

1+
V5
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1111.66
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100, 13808 Human myeloperoxidase (P05164)
i Glycoform #3 NLRNMSNQLGLLAVNQR (Asn355 peptide)
go§ Obs. m/z 842.76 (3+)
; Glycan: 568.21 Da (GlcNAc,Hex,)
e Obs. [M+H]* = 2526.28 Da
“ NLRNMSNQ LL L t L L t LQ R Calc. [M+H]* = 2525.25 Da
753 ff-by-X (M ): 1
- Y8 y7 y6 y5 yd y3 Off-by-X (Manual) :
70 RT: 53 min
65—;
eo—z
55—3 B2z b a2t
50—3 / e /\\
40—%
3| | 168.07
35—: Y12+
25—;
20—;
15—; :
10_3 + +
E Y,! @ Y. 1111.66
> 24311 @ @ [ 115050 1312.72
C: it ‘| | ol l . ) - 50“ l ||n | x by | 122?'65. L “ ! 139075 146(1'72 %@9'82 1.5—&0'78
| I200I o I360I ™ I (I)OI . S I8(|)0 llIOOI o I12|00I o I13|OOI o I14IOOI o I15|OOI o I16|00I
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Glycoform #4

:

4

NLRNMSNQL

L

168.07

y8 y7 y6 y5 y4 y3

57030
)

G[LLA[V[N[QR

1L

==
N
(o))
1+ @
__—/'E <
Em N
= =
] +
)
[

500

600 700

900

947.02 988.54

1048.56

Human myeloperoxidase (P05164)
NLRNMSNQLGLLAVNQR (Asn355 peptide)
Obs. m/z 896.44 (3+)

Glycan: 730.26 Da (GlcNAc,Hex,)

Obs. [M+H]*=2687.32 Da

Calc. [M+H]*= 2687.30 Da

RT: 52 min

1111.66
1150.10
1231.12

\ 938.51
] |I|Iu| |

1000

J—

| I | 1312.74 139674 1460.72 1574.81
I|||I-|i|| |‘||||l“ I l
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35
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138.05

el

168.07

Glycoform #5

~ ’
N ’

NLRNMSNQL|G|L|LAV|N|QR

y8 y7 y6 y5 y4 y3

Human myeloperoxidase (P05164)
NLRNMSNQLGLLAVNQR (Asn355 peptide)
Obs. m/z 950.79 (3+)

Glycan: 892.3172 Da (GIcNAc,Hex,)

Y:>* Obs. [M+H]* = 2850.37 Da
@ Calc. [M+H]*= 2849.36 Da

Off-by-X (manual) : 1
RT: 53 min

950.79

111111

999999

951.46

\ 951.79
95212
952.46
2 95032 950.72 | | 95132 95170 | | 95188 | 95232 /\ 95261 952.79
T T T T T T T I T T T T T T T 20a

T T T T T T
950.5 951.0 952.0 952.5

|

300 400

el I \}

Y12++ m/z
GIcNAC 1231.63
1182.6
1312.68

| | 1344.66 1396.73 1460.73  1573.80
II‘LI il 11 ] 1 1 'I [} P | A |
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Human myeloperoxidase (P05164)

1007 |
i Glycoform #6 NLRNMSNQLGLLAVNQR (Asn355 peptide)

: Obs. m/z 753.86 (4+)
90

; Glycan: 1054.37 Da (GlcNAc,Hex,)
*| @dH Obs. [M+H]* = 3012.44 Da
803 Calc. [M+H]*=3011.41 Da
75 Off-by-X (manual) : 1
NLRNMSNQL|G|L|LAV|N|QR RT:55min -~ __
65—; y8 y7 y6 y5 y4 y3
60_5 1049.06
55—:
50_; 753.61
45_§ 754.36
40—;
35-2 754.61
30—;

: y41+ y61+ 870.5 e 75367 & [75/4_44)\ 75?\'11
yz1+ {s A GllcNAc GlcNAc
@ y71+ o0 %%20 54 @ Hex
212.02 615.31 @ 1111.66 .
| I‘ I 2864 1"5‘350 7| | 43/1'?139'.2% 528.19 / 673.36|  754.37 *\ 939.0L 01\ “ul' nl l l/ Il‘ | @ ‘134i7'63 | ‘1460'72 1574.80
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Loo. 13305 Glveoform #7 Human myeloperoxidase (P05164)
N T0] B Y,2* NLRNMSNQLGLLAVNQR (Asn355 peptide)
: Gosose) Obs. m/z 794.37 (4+)
90
; ’ ’ Glycan: 1216.4 Da (GlcNAc,Hex:)
e @ O Obs. [M+H]*=3174.48 Da
803 Calc. [M+H]*=3173. 46 Da
75—; Off-by-X (manual)
70 RT:53min |
NLRNMSNQL[G|LLLA|VINQR
g y8 y7 y6 y5 vy4 vy3
60—: 1049.06
55—;
50_§ 794.12 '
45—; 168.07
40—; 95.1;
35; 1+
0 Ys & 777777
25—E =2 y81+ roa0a ] | 79432) | / | 7oaes) | 7o5e) \\7953§/(\795‘42795‘62 ol
g y61+ 8705 Y12+ + 794‘L0 m/729l1,5 7915.0 796.0
20 GIcNAC
15 @ 1+ @ Y2+ Hex Y2+
§ y3 84037 I GIcNAC @ GlcNACc
103 , 10 o y, 979.03 \ @ — Hex,
53 o819 | 21 g 947.02 l | .1344.64 1460.71 1573.81
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DL

2+
Yl

@ Human myeloperoxidase (P05164)

1007 Glycoform #8 .
i Y NLRNMSNQLGLLAVNQR (Asn355 peptide)
E @ O Obs. m/z 834.89 (4+)
90 . e
; O Glycan: 1378.48 Da (GlcNAc,Hex,)
®*3 13805 '@ Obs. [M+H]* = 3336.56 Da
803 Calc. [M+H]*=3335.51 Da
757 Off-by-X (manual) : 1
NLRNMSNQL|G|LLAVINQR RT:53min "
65—3 y8 y7 y6 y5 y4 y3
60
55_3 333333
. 1048.56
50 248
453 | 145.05 “
40_3 “ 888888
35—3 ‘\ 835.57
30—3 \‘ \‘ /\
s Pt A Y O o
: 8 2+ G | C N A8C3446 835.6 835.8 836.0 836.2
20 870.5 Y, Hex
] @ GlcNAC Y2+
159 1263.63) GIcNAc
103 1+ 1021.03 Hex,
] Y7 979.03 \ 1231.63
5] 350.71 . 1150.60
] 24311 301.64 | 499.26 | 228-20 673.36 | 730.86 941.02 h l || ‘ I \ | 1393.69 146(1)-73 1573.78
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Y, % @ Human myeloperoxidase (P05164)

100
- G@om Glycoform #3 NLRNMSNQLGLLAVNQR (Asn355 peptide)
go§ , Obs. m/z 875.65 (+4)
; —_— Glycan: 1540.53 Da (GlcNAc,Hex,)
- : ‘\.,/’ Obs. [M+H]* = 3499.6 Da
803 o N Calc. [M+H]*= 3497.57 Da
= Off-by-X (manual) : 2
70 RT: 53 min
NLRNMSNQL|G|L|LA|V|N|QR
60 |163.06 y8 y7 y6 y5 y4 y3 y2
55—% 104006 || e
50_2 875.15
45
e I 888888
35—;
30—5
] 1+ Yo \ k \
R Ys . e
20_: y 1+ Yl + Hex miz v 2 4
! 573 s GlcNAC v
15—E y21+ 263.63 Hecx ¢ (HilcNAc
10—: 1 _ eX3
5_E @ 622.50 y@ - 91148 979%)%21\04 e @
] 22117 32511 | 67336 9471'52 i | Il Wi 46?-72 1573.80
ettt Shaaninaes bty | A AR RARS ‘| Ria aaa nans A AR AR T | L RS AR LA RAAS Ty ||| II . |'I|‘| : '|' T |"| ) B RARN RARN RAAE RARN Py |l| L RN LA RARS
° o 260 S 3(|)0 S 400 500 600 700 800 900 1000 1100 1200 1300 1400 1500 1600
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163.06

Glycoform #10
°

N 4
~ s
~ 4
~ s

NLRNMSNQLLH&L[{QR s

y8

y7 y6 y5

y4 y3

1220.55

Human myeloperoxidase (P05164)
NLRNMSNQLGLLAVNQR (Asn355 peptide)
Obs. m/z1221.21 (3+)

Glycan: 1702.58 Da (GIcNAc,Hexg)

Obs. [M+H]*=3661.63 Da

Calc. [M+H]*=3659.62 Da

Off-by-X (manual) : 2

RT: 53 min

1221.21
1220.88

1221.55

1221.88

1222.22

122255
2222222222222 \ 1222.89

Y, 2+
Y 2+ +
1 GIcNAc  y 2+ + 5 Y, 2+
GlcNAC Y&+ 2
Hex GIcNAc GI NAC GlcNAc Y, 2 +
1182.60
O 63.63) Hex, Hex, Hex, IlecNAc Y2+
506.71 ex
5o @@@@CDCE“W
0. 2
1021.04 123163 | 1515 65 | 139369 38823) Hex,
911 51 989.04 | 3 668.76
947 03 l l 1718.28
|li .‘ |||u‘h |ll‘l ‘Id ) L ) ¥ 1 i L 1 \l
T [NARS A RN RARS KARS NS RN RS MAAS NAR LA RARS MAAS NARS RARE AN UAAN MARS RAR RARS MAAS KARS RARN RAAN MAAS MARS RARN RAAE MRS LAAN MARN MRS |
1000 1100 1200 1300 1400 1500 1600 1700

m/z



Supplementary Data S3C

Manually annotated reversed phase-LC-ESI-HCD-MS/MS (+) spectra of
all glycosylated and non-glycosylated peptides containing Asn391
identified from the analysis of unenriched peptide mixtures of nMPO.
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@y7l+ Human myeloperoxidase (P05164)
ALLPFDNLHDDPCLLTNR (Asn391 peptide)
- b, 1+ Obs. m/z 708.69 (+3)
: 157.13 Obs. [M+H]*=2124.07 Da

Calc. [M+H]*=2124.05 Da
RT: 81 min

Non-glycosylated peptide

A LTLTP FlD N LH|DD/P|C|LLTNR

905.41 yl0 y9 y8 vy7 y6 y5 y4 y3

1+
103.5 le
1+

1+
Ye
13

696.34? \
Uh | | I | ” || M || |“ | 1068\-|47 1223.56 1354.66 ‘.1582.69 196;3.10
|

I I LI I LI
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100+
95
90]
85-
80
75°
70°
65
60
55
50
45
407

35

25—
20

15

30
] (8513

217,

200

360.15
474.20
587.28
350.11 559,29
706.37
1+ 696.35
446.21 641.29
400 600

1+
Y7
839.37
819.46
800

@r65d) y,* + Human myeloperoxidase (P05164)

1015.47
954.39

1000

GIcNAc ALLPFDNLHDDPCLLTNR (Asn391 peptide)
Obs. m/z 1164.03 (2+)
Glycan: 203.08 Da (GIlcNAc,)
Obs. [M+H]*=2327.06 Da
Calc. [M+H]*=2327.13 Da
RT: 75 min

Glycoform #1

A LTLTP FD|N|LHDDPCLLT N R
ey G

GIlcNAc GIcNAc @
306.59 1+ 1+
@ O Yir 't oyt Vol Yis7
13
GIcNAC GlcNAC GIeNA GlIcNACc
1251.60 556.73)(1670.7 - ¢ ¢ @
1164.07 1323.61 : : ’785.81
1538.7 . 1932.89
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10
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‘ 217.13
|

360.15 474.20

343.16

587.28

559.29

429.18

L |l|

672.37

20

OO

600

84451 Human myeloperoxidase (P05164)
ALLPFDNLHDDPCLLTNR (Asn391 peptide)
Obs. m/z 844.03 (3+)
Glycan: 406.16 Da (GIcNAc,)
Obs. [M+H]*= 2530.09 Da
Calc. [M+H]*= 2530.21 Da
RT: 80 min
y71++
GIcNAc
@ Glycoform #2
ALLPFD|N|LHDDPCLLTNR
yl12 y11 y10 y9 vy8 vy7
. y 1+ 4
orsas | CIAC GIENAC y
873.46 | @@ 't Vi *
72434 o GlcNAc GIcNAc
819.46 132459 ’, 2030.92
||I| ‘||”| |I|| L il II | 182784 e
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GlcNACc
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1015.47 y81+ +

954.39 GlcNAc

Qo)

191.56)(1306.60

GIcNAc_GlcNAc

Human myeloperoxidase (P05164)
ALLPFDNLHDDPCLLTNR (Asn391 peptide)
Obs. m/z 898.09 (3+)

Glycan: 568.21 Da (GlcNAc,Hex,)

Obs. [M+H]*=2692.18 Da

Calc. [M+H]*= 2692.26 Da

RT: 77 min

Glycoform #3

ALLPFD|N|LHDDPCLLTNR

y15 yl2 y11 y10 y9 y8 y7
1
Yio *
1
GIcNAd@zso), 1* + Y1t + 15

GlcNACc
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Human myeloperoxidase (P05164)
ALLPFDNLHDDPCLLTNR (Asn391 peptide)
Obs. m/z 952.45 (3+)

Glycan: 730.26 Da (GlcNAc,Hex,)

Obs. [M+H]*= 2855.35 Da

Calc. [M+H]*= 2854.31 Da

Off-by-X (manual) : 1

RT: 78 min

y71+ +
GIlcNACc

076.54

1015.97

116457 b111ﬂ376.70
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y /.
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138.05 Human myeloperoxidase (P05164)

1: ALLPFDNLHDDPCLLTNR (Asn391 peptide)
90_§ Obs. m/z 1000.79 (3+)
; Glycan: 876.32 Da (GlcNAc,Hex,Fuc,)
REINCTS] Obs. [M+H]* = 3000.37 Da
803 Calc. [M+H]*=3000.37 Da
753 RT: 77 min
70
65—3
60‘2 Glycoform #5 ®

55 o

7 | 168.07
50 | 1680 v
45

ALLPFDNLTHDD[PCLLTN

35 y

30—: :
. 27217
3 1+
. y; 7+

25—
E @ GIcNAC

20

. 2+
157 076.54 Y

. 829.43 164.57
107 210.02 360< b. 1+ 1015.97

. 695.34 8 95438 125160 134073
57 . 593.29 . .
. 256.08 399.22 47420 ggg 59 724.34 884,48 e 1191.56 Lar6.qq 144464
I Al ] I T I | M- |
ol | Lol b | | I | ] | 1 T | L il \ | |
UMBILARAS RS IS RS ALY IR LAY RARE IS RS RALS ALY MRS RS IALS RARN RS IS RARS RALE RS AN RARE NARN RS RAAE RALY NARN RAAE RARS RARS RARS LAAD RALN RARS RARY RAAN RARS RALS RALE LD RALS RARN LA AR RARS LN RS RS MRS LAY MRS IS RARS RALY IS RN RARS ALY LAY MRS RARS NARY LS LA RARS RALE RAA) RARE RARE
200 300 400 500 600 700 800 900 1000 1100 1200 1300 1400 1500 1600

m/z



138.05 Human myeloperoxidase (P05164)

100
o ALLPFDNLHDDPCLLTNR (Asn391 peptide)
o Glycoform #6 Obs. m/z 1006.46 (3+)
; Glycan: 892.3172 Da (GIcNAc,Hex,)
e ® @ Obs. [M+H]*=3017.38 Da
803 ~a  Calc. [M+H]*=3016.37 Da
757 Off-by-X (manual) : 1
] 204.09) [l
70 O b E RT: 76 min
ALLPFDN|LH[DD[PCL|LTNR
. yil yi0 y9 y8 y7 y4 y3
60—:
55—; Yot +
50 GIcNACc
40‘; 168.07
357
30_§ 1015.97 / A
25 1164.57
. 1+ 4
207 1+ |y . Y10
. 2R RV T 954.39 Vs Yo'*+  GIcNAC
15- : | Ya GIcNACc GlcNA 1+
o 360.15 587 G CNACGIcNAC yel* ‘@25166 C @usses Yiio t
E N 47420 1 b1t 913.93 29 1. 1306.59
57 217_12372'17 @ 559.29 || o0 @ 83937 1117.51 1394.65 AC
{1 W e i) T 7 [ &P
O 1 TITY I 11 RPRIE AL IS e FTPRRST S S F J 11 " peid b L 1A Y TTANNE A R RS S R PR T8 I Y BV AP SRS EEMPUSSNY EESSIS S——
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272.17 Human myeloperoxidase (P05164)

100+
s ALLPFDNLHDDPCLLTNR (Asn391 peptide)
go§ Obs. m/z 1054.87 (3+)
; Glycan: 1038.38 Da (GlcNAc,Hex,Fuc,)
e Obs. [M+H]* = 3162.61 Da
803 Calc. [M+H]*=3162.43 Da
1 138.05 .
757 RT: 79 min
707
65—;
60 Glycoform #7 @ O
55—;
s0] | Goro) ) 4
457 ’
ALLPFDNL[HDD[PCL[ TNR
35_5 286.10 y71+ + y10 y7
30—E 1+ GlcNAc 1411.77
. Yot
257 30411 GlcNAc Qo)
20_; @ 856.44 1
15 47420 Mt | Vio +
10—; 360.15 970.54 134072 [GICNAC
5_‘ ‘ H| ‘ 5020 1542 752.49 942.52 118567 141471 @ 105003
e M TR | T T 1 1 e A
200 300 500 600 700 800 900 1000 1100 1200 1300 1400 1500 1600 1700 1800 1900 2000 2100

m/z
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y71+ +
GlcNACc

1076.54

Human myeloperoxidase (P05164)
ALLPFDNLHDDPCLLTNR (Asn391 peptide)
Obs. m/z 1589.72 (2+)
Glycan: 1054.37 Da (GIlcNAc,Hex,)
Obs. [M+H]*=3178.44 Da
Calc. [M+H]*=3178.42 Da
RT: 77 min

Glycoform #8

y15

yl2 yil y10

~ s

:

ALQPFWNMHDDPCLLTNR

Y. 2t 1+
1 Y
954.39 125160 Violt + 1
1164.07 14 1+ 4 C\
1015.46 2327.11
134073 GICNAC 1+ 4 Vi t Y15 —
Y11 GlcNAC GlcNAC
G|CNA 1927.83 @
| l ' | ’ 1826 84 2124.03 2310.05
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1000 1200 1400 1600 1800 2000 2200
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13805 @. Human myeloperoxidase (P05164) |
: ALLPFDNLHDDPCLLTNR (Asn391 peptide)
Obs. m/z 1108.49 (3+)

Glycan: 1221.46 Da (GlcNAc,Hex,Fuc,)
Obs. [M+H]*=3323.47 Da
Calc. [M+H]*=3324.48 Da
\ | Off-by-X (manual) : 1
| e RT: 80 min
e Ll || I A " ®

60
55
50
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407
35
30
25

20

" Glycoform #9
y;7 +
GlcNAc
1006.96
1 1
: Ys3 4 Y, 4 936.38 ylo1+ +
o) GIcNAc GIcNAc GlcNAC
272.17 904.92 1257.11
593.29
298.21 513, 35@ @43821 ® N @ 2011.92
] L 473. 22| Hl 695.34 79340 ' | ‘ ’ 1419 64 1487.74 *°%7% 11783 180080 101486 210701
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Human myeloperoxidase (P05164)
ALLPFDNLHDDPCLLTNR (Asn391 peptide)
Obs. m/z 1671.23 (2+)

Glycan: 1216.42 Da (GIcNAc,Hex.)

Obs. [M+H]*=3341.46 Da

Calc. [M+H]*=3340.47 Da

Off-by-X (manual) : 1

9999999 RT: 76 min
1+ + — ‘\4‘/‘\‘ st
y7 111111111111 5 : ? ?
GlcNAc Glycoform #10
@) e o
Y12+ yLS yLZ yLO yL
1015.47
1251.60
1+
954.39 Yio L y 1+
587.28 + 1+ 1
GlcNAc Y12 Yis© *
873.46 1279.6 GIcNAC GlcNAC @
724.34 839:36 @ 670.7
1603.7 1765.78  N202D.
3 2124.05
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y71+ +
GIcNAc

076.5

1006.96

1233.59

y101+ +
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443.66
1604.73

9
706.35 905.43 1279.62

Human myeloperoxidase (P05164)
ALLPFDNLHDDPCLLTNR (Asn391 peptide)
Obs. m/z 1162.84 (3+)

Glycan: 1362.48 Da (GlcNAc,HexFuc,)
Obs. [M+H]*= 3486.52 Da

Calc. [M+H]*= 3486.53 Da

RT: 80 min

° o

S
~

Glycoform #11
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111111 Human myeloperoxidase (P05164)
ALLPFDNLHDDPCLLTNR (Asn391 peptide)
111111 Obs. m/z 1168.85 (3+)
111111 Glycan: 1378.48 Da (GIcNAc,Hex,)
Obs. [M+H]*=3504.55 Da
wol| Calc. [M+H]*=3502.53 Da
R Off-by-X (manual) : 2
LT e RT: 77 min
le+ k ‘ j\ wross
D e b o o
Glycoform #12 o
ALLPFD|NLHDDPCLLTNR
y15 yl2 yil y10
1251.60 ZISIIO:[':IZC 1+
1306.60 Y t y151++
/ @356€|CNAC ey GlcNAc  Y,*
G|CNAC@2505 2328.14
. 14 b I ) |.l | ,
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2222222

106 @I Human myeloperoxidase (P05164)
s ALLPFDNLHDDPCLLTNR (Asn391 peptide)
90_§ Obs. m/z 1222.87 (3+4)
; Glycan: 1540.53 Da (GIlcNAc,Hex,)
e Obs. [M+H]*=3666.61 Da
803 Calc. [M+H]* = 3664.59 Da
757 / Off-by-X (manual) : 2
707 RT: 74 min
65—3

122387 ,
—_—
. 2RI 20 . .
604 Y 2+ k /\1224.32 s~ L
] 122454 .
~ rd

55_; @ 12220 12225 1223.0 s 12235 12240 12245
50 Yyt F Glycoform #13
45% GlcNAKc
@ ALLPFDNLHDDPCLLTNR
. : y15 yi2 y10 y7
357
. 1015.97
30-
25—§
20° : Yiolt +
. 1251.60
15 ‘ 954.39 GIcNACc Yt + Yyt +
10- @ GlcNAc GlcNAc Y,
5_; 72434 913.92 1306.60 150/9.69@ @ @
] ‘ | ‘ 1734.84 2125.03
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Human myeloperoxidase (P05164)
ALLPFDNLHDDPCLLTNR (Asn391 peptide)

m/z

1276.55 1276.89 ObS. m/Z 1276.89 (3+)
Glycan: 1702.58 Da (GIcNAc,Hex,)
127622 P Obs. [M+H]+= 3828.67 Da
- e 1ary70 127739 Calc. [M+H]*=3826.63 Da
owea e amee | wemel e wme wre e e Off-by-X (manual) : 2
RT: 74 min
Glycoform #14 @ O
:\ ) g
Y12+
y71++ 116457
GIcNAc O
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y15 y12 y10 y7
27217
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+ 15
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138.05 Human myeloperoxidase (P05164)

100
o ALLPFDNLHDDPCLLTNR (Asn391 peptide)
o o)l Obs. m/z 1225.21 (3+)
; Glycan: 1548.55 Da (GIcNAc;Hex,NeuAc,)
e Obs. [M+H]* = 3673.63 Da
%07 Calc. [M+H]*=3672.59 Da
75 Off-by-x (manual) : 1
70 RT: 79 min
65—;
60—3 122(?54
55_3 ‘ 1226.88
50—; e J U\ Il | Mjﬂ—@“ . .
. R o S a2
] 274.09
40- : Glycoform #15
35—f
|| e . ALLPFDNLHDDPCLLTNR
. y; 7 + v 2+ y15 y10 y7
253 GlcNAc 1
155 y 1+ 4 .
10 S e Glenac Vis'+ ¥,
E 587.28 2045 1279.62 GlcNAc @
E 474.\210 l s r| 1@3.73 1|l§5'78 2234.03
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° 200 400 600 800 1000 1200 1400 1600 1800 2000 2200 2400 2600 2800 3000 3200 3400 3600
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1279.56

Loo. 13805 127922 Human myeloperoxidase (P05164)
N ALLPFDNLHDDPCLLTNR (Asn391 peptide)
DL Obs. m/z 1279.56 (3+)
e o Glycan: 1710.60 Da (GlcNAc;Hex:NeuAc,)
e | Obs. [M+H]*= 3836.68 Da
803 Calc. [M+H]* = 3834.65 Da
757 e Off-by-X (manual) : 2
70 oo /e RT: 78 min
5] Tzhs o | ki | e | whs | ws | imos | ms | imos | ime | imos | imo |
60—2 Glycoform #16 é_‘ z
55—f S
50;
45‘2 274.09
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35 : yis y7
30—§ 66.1 Y12+
25° ;7 +
2o GIENACEY 17960
15+
10—% 1015.97 \/151+ + Y11+
5—; 442.19 587.28 873.46 1347 14 160370 NAC @
O_ZJMMI..I | |-'.'."ll. Sl gy L T I’, {l o

| I I | | I I |
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@. e Human myeloperoxidase (P05164)

1:: ALLPFDNLHDDPCLLTNR (Asn391 peptide)
] Obs. m/z 1333.58 (3+)

e Glycan: 1872.65 Da (GIcNAc;Hex NeuAc,)

i Obs. [M+H]*= 3998.74 Da

80 Calc. [M+H]* = 3996.70 Da

75 . Off-by-X (Manual) : 2

70

RT: 78 min
133491
1333.79

657 133257 1333.47 N 1334.14 133439 A /\_13/35'11
7 T T T T T T T T T T f T T T T T T T T T T T T T T T T 1
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60—_ m/z . .
. N .
] ~ ’
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— N /s
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: ALLPFDNLHDDPCLLTNR
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] 1
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3 1164.57
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: y;7 +
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15 1+
] 1+ Y
E 1251.60 Yoo Vo1t + !
BE e GIcNAC - O
] 2328.13
. 474-2%87 28 954.39 1347.14 GIcNAc
] ' 873.46 1509.69 .@ .@
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@l Human myeloperoxidase (P05164)
E ALLPFDNLHDDPCLLTNR (Asn391 peptide)
Obs. m/z 1298.91 (3+)
Glycan: 1768.64 Da (GlcNAc,Hex Fuc,)

1298.59 1298.92

/\ T Obs. [M+H]* = 3894.73 Da
Loz SN ) ) L A s o) | e Cale, [M+H]* = 3892.69 Da
1298.0 1298.2 1298.4 1298.6 1298.8 1299.0 s 1299.2 1299.4 1299.6 1299.8 1300.0 1300.2 Off- by-x (manual) : 2
RT: 74 min

Glycoform #18 2* 21

,}"
v | ALLPFDNLHDDPCLLTNR

y, 1+ @ y1s y10 v7
GIcNAc
27217 : 1015.97 Yot +
- @ GIcNACc "
: 587.28 954.39 @ Yis ¥ Y, 1+
] . o . 1
. 695.34 GIcNAc
474.20 ‘ 839.36 | 1735.85 @
| T i i ]

T
200 400 600 800 1000 1200 1400 1600 1800 2000 2200 2400 2600 2800 3000 3200 3400 3600 3800
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Supplementary Data S3D

Manually annotated reversed phase-LC-ESI-HCD-MS/MS (+) spectra of all
glycosylated and non-glycosylated peptides containing Asn483 identified
from the analysis of the unenriched peptide mixtures of nMPO.




100+ | @z - | Human myeloperoxidase (P05164)

957 SYNDSVDPR (Asn483 peptide)

90- Glycoform #1 Obs. m/z 964.89 (2+)

85 ® Glycan: 897.35 Da (GlcNAc,Hex,Fuc,)
80 g Obs. [M+H]* = 1928.79 Da

75 4 Calc. [M+H]* =1928.79 Da

703 o b RT: 28 min
- S Y|N D|S|vV D|P R

557138.05

sl | @i
e

40-

353 I O Y,
03 : Cigsssy)

25
20
15
E Y, + Fuc
103 y 1401.60 Y1 + G|CNAC1HeX1
57 seed @ > 919226'46 105246 D 123754 1365.58
=nR | 301.66 ‘ 468.2F 528:19° 67732 76427 g3g40 . 1035&4{\ ‘@ \1 129[7-55 1458.63 620.67 1782.71 1838.19
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100+

95
9o—f
85—f
so—f
75—f
7o—f
65—f
so—f
55
50
45—f
10
35°
3o—f
25°
20°
15
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255.14

] 138.06 .

204.09

272.17
Gy,
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I/ 443;.28 y5

Glycoform #2
@ O

b5

SYND|S|VDPR

y5

b

y2
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1255.54 Y
1

1052.46 @
|

Human myeloperoxidase (P05164)
SYNDSVDPR (Asn483 peptide)
Obs. m/z972.89 (2+)

Glycan: 913.35 Da (GlcNAc,Hex,)
Obs. [M+H]* = 1944.78 Da

Calc. [M+H]* =1944.78 Da

RT: 27 min
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1004 @ Y- Human myeloperoxidase (P05164)

95 SYNDSVDPR (Asn483 peptide)
90—§ Glycoform #3 Obs. m/z 1045.92 (2+)
N Glycan: 1059.40 Da (GlcNAc,Hex;Fuc,)
6] @ @ Obs. [M+H]* = 2090.84 Da
: Calc. [M+H]* = 2090.83 Da
3 N RT: 28 min

- S YiNyLDyLS v DyLP R

40

Y

35
] 1255.54

30

257
] .\

20

: : Y, + Fuc
15
10 Y1 + Y1 +

5] @ y5 y y 105247 Dc 123755 136557 | 145862 GlcNAc,Hex, GlcNAc, Hex,
. |H s0165 38720 (528195 @ @ 7 1035.\43' 6«@ N [1ze76 | @
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1003 @ Y2 Glycoform #4 Human myeloperoxidase (P05164)

%7 , SYNDSVDPR (Asn483 peptide)

90 Obs. m/z 1126.89 (2+)

85 @ O Glycan: 1221.46 Da (GlcNAc,Hex,Fuc,)
80 @ Obs. [M+H]* = 2252.78 Da

757 v Calc. [M+H]* = 2252.89 Da

705 u ’ b RT: 27 min

NER SY ND|S|VD|PR

y> y2

eo—f
55—2 138.05
50—f
457
40—; Y 1

55 =
3o—f
25—f

20—5
. Y, + Fuc

a9

15-

10 30/1-@ Vs b
5‘2 ‘ ‘ I 514.8¢ @ 1052\14@‘ 145|8.61
N 0 | |

I I
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@)y,

100_5 Human myeloperoxidase (P05164)
e SYNDSVDPR (Asn483 peptide)
s0- Glycoform #5 Obs. m/z 1135.45 (2+)
85- ®Q Glycan: 1216.423 Da (GIcNAc,Hex.)
80—§ e o Obs. [M+H]* = 2269.90 Da
75 R Calc. [M+H]* = 2268.89 Da
70 Off-by-X (manual) : 1
NERN RT: 25 min
1 @ SYND|SVD|PR
g y5 y2
55—:
50—;
45—; 138.05 1135.95
40—3
. Y,
35
30—:
25—; 1136.45
20—;
15_3 1136.95
10—; J xxxx [xwxwyx[wxxw/\[xxwll3746xw
- ‘ 3%65 y5 1135.0 11355 1136.0 1136.5 ;1/37.0 11375
5 ’@ 1052.45 1459 63
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1004 @ Y, ’ ’ Human myeloperoxidase (P0516)
: SYNDSVDPR (Asn483 peptide)

95

90_5 Gchoform H6 Obs. m/z 1208.48 (2+)
1 13805 Glycan: 1362.481 Da (GIcNAc,HexsFuc,)
%3 ’ ° Obs. [M+H]* = 2415.96 Da
803 e o Calc. [M+H]* = 2414.95 Da
75 E - Off-by-X (manual) : 1
70 B RT: 27 min

| gup DSVDlPR

60—: 1208.48
555
. 1207.98
50
45
7 1208.98
40
35
: Yy
307 1255.54
] 1209.48
25— 1208.34
20
. 1209.98
. 120087 1210.09
15 \\ \ '1210.48
. 81 | A 121098
10—: Y]_ + Ci08 1200 1211
5_: 514 18 1052.47 1237.55 G ICNAClHeXZ
: L 387.20 688 32‘ 103544 | 113551 \ 1604.67 1783.72)  1944.79 2049.71
C : |‘ I| : I | I I I | + I I |l + I I LI | I I 'I | I I I | I I I | I
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27217
Q Y>

100_5 Human myeloperoxidase (P05164)
e SYNDSVDPR (Asn483 peptide)
50 Glveoform #7 Obs. m/z 1147.46 (2+)
853 [ Glycan: 1241.46 Da (GIcNAc;Hex;Fuc,)
807 e o Obs. [M+H]* = 2293.92 Da
75_2 [] v Calc. [M+H]* = 2293.92 Da
0  @o40d E v RT: 27 min

. ’ b7
65

| SYND|SVD|PR
60—E v y3
55
507 138.05
457
40;
35;
30;
25—§ Y,
203 (izsssy
157 Y, + Fuc

] Y

] GlcNAc;Hex, GIcNAc, Hex,

5 1135 ;;237'53 8.63 @ 1928.79
oE- Al || 30168 | 387 20 528 19 688 32- 935.45 105:2\'(16 | \ 1297.55 1451' ) || 209?'82
600 800 I | |

T T T T T T ] T T T T T T T T T T T T T T T T T
1000 1200 1400 1600 1800 2000 2200
m/z
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Gz y,

@

292.1

Ge610)

[ ]
SYNDSVDPR

(25589 Y,

1315.07

Glycoform #8

:

>

SYN

1604.68

~ s
E’

’DSVDPR

’

b 4

y2

1948.31

Human myeloperoxidase (P05164)
SYNDSVDPR (Asn483 peptide)
Obs. m/z 1374.04 (2+)

Glycan: 1694.6 Da
(GIcNAc;Hex,Fuc;NeuAc,)

Obs. [M+H]* = 2747.08 Da

Calc. [M+H]* = 2747.06 Da

RT: 29 min

o



D Human myeloperoxidase (P05164)

100 [] Glycoform #9 SYNDSVDPR (Asn483 peptide)
95 Obs. m/z 1024.39 (3+)
o0 *.° Glycan: 2039.74 Da
857 S (GlcNAc;Hex Fuc,NeuAc,)
80—§ E v Obs. [M+H]*=3071.17 Da

] ’ Calc. [M+H]*=3071.17 Da
SY N DSV D|P RRT: 28 min

] 272.17 y2
657 ~— Y2

759

70

60
555
50

45

. [ ]
407 SYNDSVDPR
() Y,
. o

25
20

15

. 935.46
105 676.81

850.38 1401.60
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272.17
Gr) y,

1993 Human myeloperoxidase (P05164)
95 :
Glycoform #10 SYNDSVDPR (Asnds3 peptide)

E s. m/z :

85 @,@ =6 me Glycan: 1444.53 Da

80 | (GlcNAc,Hex,Fuc,)

s N Obs. [M+H]* = 2498.00 Da

E Calc. [M+H]* = 2497.00 Da

70

o5 SYNDSYV DLP R Off-by-X (manual): 1

B ' RT: 27 min

55—5 124950

50—; 1249.00

40—§ / ﬂ

35_; 1250.51

30—§ / \

|l
20_; Y 12“18:87‘ 1249_[\J‘ ‘ 124“937‘ 1249_2‘ ‘ 1249.87!;?/120.0 ‘ 1‘250.3‘71250.5‘ ‘ 1250922[{1 1251 29 ‘12215‘
- Lue e

10

= 123752 GICNAC Hex |CNAC Hex,

1 | 387 20 528 19 676.82 ‘ 935.46 1052 46 113?'50 \ 1297 55 1458 63 @ 1929.80 2131 84 2294.90
Oy AAMSS AAAA AR RS A s e e LAaaas
200 600 800 1000 1200 1400 1600 1800 2000 2200 2400
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80]
75°
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55
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407
35
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25
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157

10

Gg6.10)

Ys

(eza30)
‘ 408.97 ’65/7 -23

b,

Human myeloperoxidase (P05164)

SYNDSVDPR (Asn483 peptide)
Glycoform #11 Obs. m/z 1038.41 (+3)

Glycan: 2059.74 Da

¢
o o (GlcNAc,HexsFuc,NeuAc,)
g—.\ ﬁ—. Obs. [M+H]*=3113.23 Da
@ Calc. [M+H]* =3112.20 Da
E ). 4 Off-by-X (manual): 1

’ b7 RT: 28
SYND|SVD|PR
y5 y2
Yl Yl + / / 103/9\.74
/ Yl + Y1 + wgrez | | J \ ‘ J \ o ) / \ 10?9'\‘08

@ G |CNAC1He G |CNAC1He)‘(2‘103‘80‘ 10382 | 10384 | ﬁgjlzs.e 10388 10380 = 10392 10394 10396 ‘ 10398 | 10400
I '

1458.63 1928.78  2090.85
| i

1035.43 113551
P

1365.59 || | 2293.92  2456.90 3074.45

200
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1004 Human myeloperoxidase (P05164)
05 SYNDSVDPR (Asn483 peptide)
50 Glycoform #12 Obs. m/z 984.39 (+3)
W Glycan: 1897.62 Da
" % (GIcNAc,Hex,Fuc,NeuAc,)

: Obs. [M+H]* = 2951.17 Da
75—

E 1O [HO Calc. [M+H]* = 2950.15 Da
s <@ Y2 e Off-by-X (manual) : 1
65 ) :

E v RT: 28 min
60—: ’
= SYNDSVD|PR
50_: y2 984.39
457
40_§ 984.72
35_2 984.05
30—;
25_; @ 985.06
zo—i Y,
. @3 )T

= H m ‘ 159‘6'5‘7 DAY \\ o k A /K — A _orsoz A ovoze 99939
° | 200 S 4(I)O 6(I)O 860 1OIOO | 12|OO S 14IOO s 16|00 S 18|00 S 20|00 S 22|OO S 24IOO s 26|00 s 28|00 s 3OIOO

m/z



Supplementary Data S3E

Manually annotated reversed phase-LC-ESI-HCD-MS/MS (+) spectra of
all glycosylated and non-glycosylated peptides containing Asn729
identified from the analysis of unenriched peptide mixtures of nMPO.




100

= = N N w w H N a1 ol (e} [e) ~ ~ (0] [ee] (e} (e}
o 63 o ol o ol o ol o ol o a1 o a1 o (82} o o1
Lovoa v bvvna b b bevva bovov b bvvv o b b b b bvvra bovva Lo bvvaa Loy s gl

a1

o

982.99

982.49

983.49

983.16

983.99

984.49

984.99

982.40
T T

982.89
LARAAN LR AR RARRS RRARE ]
982.5

| 983.40
T T T T T
983.0

m/z

T T
983.5

984.39
983.90 984.15  \
T T T T T T T T

T T
984.0 984.5

984.83 /\ 985.12
LIRSS RS ARASS AR RARA
985.0

1027.5
1+

Y9

140.65

1+
Y10

Human myeloperoxidase (P05164)
DEVNCSTLPALNLASWR (Asn729 peptide)
Obs. m/z 982.99 (2+)

Obs. [M+H]*=1964.98 Da

Calc. [M+H]*=1963.95 Da

Off-by-X (manual) : 1

RT: 93 min

Non-glycosylated peptide
D FTVTN [cTs T|L|P A|L|N|L|A|s W|R

y15 y14 vy13 y12 yl11 y10 y9 y7 y6 y5 y4 y3 yl

1+
, Y12

328.73

m/z

1+
y7 1284.73 1+
q 1010.55 '
l 967.54 1123.63 1223.69 | 1471.75 1585.79 701.88
B B e e e e e S S B e s s s s B s e e ey s e ST o e B e e e e e e
900 1000 1100 1200 1300 1400 1500 1600 1700 1800 1900 2000



1084.53

L00- @ . Human myeloperoxidase (P05164)
95_5 Yo DFVNCSTLPALNLASWR (Asn729 peptide)
go§ 105003 Obs. m/z 1084.53 (2+)

; Glycan: 203.08 Da (GIcNAc,)
e Obs. [M+H]*=2168.06 Da
80_; 1085.03 Calc. [M+H]*=2167.03 Da
75—; Off-by-X (manual) : 1
70 RT: 91 min
o Glycoform #1
60—;
55—§
50_; 1085.53 b2 b,
D F|[V|N|C|S|T|L|P A|L|N L|A|s W R
40% yl4 y13 y12 y11 y10 y9 y7 y6 vy4 vy3
35—§

E 1083.53 1086.03
305 b, 1084 1086
25— m/z

E @ y101+ y121+

I 14065) Yq,17 N

. 1 G oy,
&
5 101055 1379.74 e
7@7 789-9‘“ e 112363 | 1224.68 . | 147174 168?.‘85 1805.91 1946.\9?1

900 1000 1100 1200 1300 1400 1500 1600 1700 1800 1900 2000 2100 2200
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115756 @ . Human myeloperoxidase (P05164)

100
o Yo DFVNCSTLPALNLASWR (Asn729 peptide)
go§ Obs. m/z 1157.56 (2+)
: 1157.06 Gchan: 349.14 Da (GICNAClFucl)
e Obs. [M+H]*=2314.12 Da
803 115606 Calc. [M+H]*=2313.09 Da
75 Off-by-X (manual) : 1
70 RT: 91 min
65_; Glycoform #2
60
55_5 1158.56
5 v
50 b2 b3.’ b5
D F|V|N|C|S|T|L|P A[L|N L|A|s W R
40% 1159.06 y14 y13 y12 yi1l y10 y9 y7 y6 v4 y3
35_; 1159.56
30—3 1+ 1156 55 L/J L/\_J A /\.1_16/(\)'53 1{\1/61.03’\_
255 bz 1157 1158 1159 11
. m/z

1+ 1
Y10 Yot

140.65 y11 328 73 1+
Y13

28870 Yiath
{ .
14 1964.96
0.55 1379.73 503.80
112362 \ 1471.74 N 168583 180688 1946-\91
A & ! )

1200 1400 1600 1800 2000 2200
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Ll

(¢)

o

027.57 1+

Human myeloperoxidase (P05164)

Yo DEVNCSTLPALNLASWR (Asn729 peptide)
Obs. m/z 1185.57 (2+)
Glycan: 406.15 Da (GIcNAc,)
Obs. [M+H]*=2370.14 Da
Calc. [M+H]*=2370.11 Da
RT: 90 min
L]
Glycoform #3
1138.05
b2 b3 b5
F|V|N|c|S|T|L|P|A|L|N L|A|s W R
yl4 y13 y12 yl11 y10y9 y8 vy7 y6 v4 y3
y 1+
235.imb21+ @
y101+ 1+
y12
y 1+ Y13 1 Y11+
7 +
4 29 ygl* 1?369? Yia 1963.94 @
719.34 | 789.28 106755 1443.76 |1529.80 @ 2148.94
ﬂlhj‘; e ] ||,| S | R
200 800 1000 1200 1400 1600 1800 2000 2200 2400



@ . Human myeloperoxidase (P05164)

1:2 Yo DFVNCSTLPALNLASWR (Asn729 peptide)
90_§ Obs. m/z 1259.10 (2+)

; Glycan: 552.22 Da (GlcNAc,Fuc,)
%3 Obs. [M+H]*= 2517.20 Da
803 Calc. [M+H]*=2516.17 Da
75 Off-by-X (manual) : 1
70 RT: 89 min
i Glycoform #4
60
55—E - ( oo v
50 127;61 ﬁ / ( o et

\

L O 1 = D FTV[N [cbss T|L|P|A|L|N L|A|s W R

n miz

40 . y15 y14 y13 y12 yi11 y10 y9 y8 y7 y6 y4 vy3
1  (04.09

35

30

25

20

157 140.6
. 1+

103 y1 41+ L 1964.96 Y
. 1077.55 Yis 2168.04

57 1929 89 2110.
il 7018 1806.87 2048.00 | 2314.11

0 T ] i ! T T T BSRRAREARY T b T ? T T T T T T T

200 400 600 800 1000 1600 1800 2000 2200 2400
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138.05

168.07

1

1267.10

1267.60

1266.60

Yoo

50 1266.36

1266 1267 1268

1268.10

1269.10
| 1269.60
127010

A -
1269 1270
m/z

Human myeloperoxidase (P05164)
DEVNCSTLPALNLASWR (Asn729 peptide)
Obs. m/z 1267.1 (2+)

Glycan: 568.21 Da (GlcNAc,Hex,)

Obs. [M+H]*=2533.20 Da

Calc. [M+H]*= 2532.16 Da

Off-by-X (Manual) : 1

RT: 90 min

1268.60 G IYCOfO rm #5

D F|v N [cbss T|LPA|LN L|A|SWR

yl4 y13 y12 yl11 y10 y9 y7 y6 v4 vy3

Y 1+
1
2168.0
1+
b 1+ y6 ! 1+
5 (639 y,i* @ Y13
@ 89.29 (Ciss. 76 196396 513503
/ 359.48) 1010.54 101995 | oo
619.21 | 729.38 I \ :
FIIINT JTL | J (W] il ‘ ‘l‘ I | 1380 73 1805 89 I h L l
1 1 T ] T 1 T T T i T ' T I T 1 T 1 T T T T T T T T T
800 1000 1200 1400 1600 1800 2000 2200 2400 2600

m/z



100+
95
90]
85-
80
75°
70°
65
60
55
50
45
407

35

30

138.05

04.09

1+ 991.37
@ Y7 .

N Ys
@

888888

Human myeloperoxidase (P05164)
DEVNCSTLPALNLASWR (Asn729 peptide)
Obs. m/z 893.75 (3+)
Glycan: 714.27 Da (GlcNAc,Man,Fuc,)
Obs. [M+H]*= 2679.25 Da
it =  Calc. [M+H]*=2678.22 Da
o] | | | e /\ JA\' Off-by-X (manual) : 1

888888

RT: 89 min
Glycoform #6

D FTV[N [cTs T|L|P|A|LINLA|SWR

1 y 1+
13 1+ +
4 @ . y14 Yll
1488.76, 1964.97 ‘
602.8 2168.06
. | 1879.74 180?-88 || ’ 2691.22

| | I I
1400 1600 1800 2200

m/z



138.05 Human myeloperoxidase (P05164)

1:2 DEVNCSTLPALNLASWR (Asn729 peptide)
” @/ . Obs. m/z 899.09 (3+)
; ° Glycan: 730.26 Da (GIlcNAc,Hex,)
N Obs. [M+H]* = 2695.27 Da
803 G0 Calc. [M+H]*=2694.21 Da
757 Off-by-X (manual) : 1
707 RT: 88 min
R Glycoform #7
60 @

D FTV[IE![chS T|L|P|A[L|N L|Als w R

30

25

1+
V12
140. 65
1+
y13 y14 Y 1+
1488.77, 1964.97
| @ 1805.89 | '

1200 1400 1600 1800 2000 2200 2400 2600
m/z




1001 @. @ ” Human myeloperoxidase (P05164)
R Yo DFVNCSTLPALNLASWR (Asn729 peptide)
go§ Obs. m/z 947.77 (3+)
; Glycan: 876.32 Da (GlcNAc,Hex,Fuc,)
e _ Obs. [M+H]*=12841.31 Da
803 Calc. [M+H]*= 2840.27 Da
75 Off-by-X (manual) : 1
70 \ RT: 89 min
65_% ;,94579;7\171”1 1 /n 97\1194344
°03 "
o5 Glycoform #8 o
50—;
457 v
] b2 " bS
40
g D F|[V|N|C|S|T|L|P|A|L|N L|A|s w R
35_5 yl4 y13 y12 y11 yl10y9 y8 vy7 y6 v4 vy3
30—;
25—;
20—;
15_; y71+ y81+ ) y 1+
. : 13 + +
104 as0.49 Go05) Yia' vy!
55 ' _ 9 010.55 ‘ 1964.96 2168.0
EN N Ml 47 ., LI L 12248 |1rse2 | | [1s7974 @ 168482 180688 1946. 94‘ 2053.02
S T P P v W s

m/z



100 @. @ L Human myeloperoxidase (P05164)

i Yo DFVNCSTLPALNLASWR (Asn729 peptide)
90_§ T e et Obs. m/z 953.44 (3+)
1 Glycan: 892.3172 Da (GIcNAc,Hex,)
e Obs. [M+H]*= 2858.32 Da
803 _ Calc. [M+H]*=2856.27 Da
757 Off-by-X (manual) : 1
0] __ RT:88min
65—
L
55_3 "sss0 | w35 m‘/z Toseo | o545
50 Glycoform #9
45 @ o

40
35 b2

D F[v|N|c|s|T|L|P|a|L|N L|als w R
25_; : yl4 y13 y12 y11 y10 y9 y8 vy7 y6 vy4 y3
1+

20

15
10

1+
le
A 1+ V12
. 1+
. @ 6 y8 y13 Y. 1+
. 1964.96
> / _ 789.29 2168.0
. i | (0 b [ ' ‘ 1122.4¢ 48 1379.73 1685 g4 1805.88 1947.9¢ 95 2150.01
O_ III I | IIIIIl LI | I II I II"|"I I I
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L00- @ " Human myeloperoxidase (P05164)

95_5 @. 1001.79 Yo DFVNCSTLPALN LASWR (A5n729 peptlde)
: o Obs. m/z 1001.79 (3+)
90 :
; Glycan: 1038.38 Da (GlcNAc,Hex,Fuc,)
e Obs. [M+H]*=3003.37 Da
80_5 125.05 1002.46 Calc. [M+H]+ =3002.33 Da
75 Off-by-X (manual) : 1
70 ooes RT: 87 min
65_; | Hoeee | Glycoform #10
60_5 \ / 1003.12 .\ /.
55 \ 1003.00 R g
50—% 100/(\) Zgoo ;go/{ 12!‘ | \ | \ 1 /Y AL \ I Y/\‘ | ﬁoogji ”y
457 10010 10015 1002.0 10025 m/21003.0 10035 b2 b5
D F|[V|N|C|S|T|L|P|A|L|N L|A|s w R
35_3 yl4 y13 y12 y11 y10y9 y8 vy7 y6 v4 vy3
30
25
: 1+
20- s : Ye
o b, vyl it bt @ ., 101056 v 1 Y1 N
| @S e T gl | Phe X, o
. 594 @ Y14 1964.97 Cb
5 275.08 528.19 789.29 @ ' 2168.03
i Jl‘ R e | 679.29 I || 110547 Y 147171 ’ 1805.89 1946. gil 2150.03
R e D R S

m/z



@409 W Human myeloperoxidase (P05164)
DFVNCSTLPALNLASWR (Asn729 peptide)

100

Zi- Obs. m/z 1510.67 (2+)
] | Glycan: 1054.37 Da (GlcNAc,Hex,)
R Obs. [M+H]*=3020.34 Da
804 138.05 Calc. [M+H]*=3018.32 Da
75 Off-by-X (manual) : 2
70—2 RT: 87 min
65 J J\ 111111 Glycoform #11
60
55_3 T e asi00 110 m/‘ stis 15120/\ ’
50—% .“ ".

o g FIV|N c|s|T[L|P AlL|N|L|Als W R

. y14 y12 y11 y10 y9 y7 y6 y5 y4 vy3 Y
30 1

. 2168.05
25—
207 :
15

1+ 1+ 1+
Vo e Ve V1o 1+ Vio™

10 4y 1+
. 5 y 1+
E 448.23 @ @ Y7 11 y14 196497 2150.04
B 8 859.48 1489.77 1947.93 2048.00
] 275.08 @ 7.95
] II | | I £ m | | 69025 | " 1010'5? 1077 53 1471 77 | 603 8 1807.86 l L \I 221005 233013
O_ II 1 ! .I | I‘ ' |I o lluuh I. Ii | il | 1 I ul ] | { 1 r N | r r |. i r | : | r M i = T r r

| |
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80]
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651
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55
50
457
407
35
30
25
20
157

10

1138.05

G

1054.81

1055.47

055.14

1054.74

1 .
~_J |\ 105502 | |1055.23
T T T T

1055.70

1055.81

1055.96

1056.47

1056.14

1056.21

T
45

T T T
1055.0

400

T T T T T
1055.5

T T T T T T T
1056.0 1056.5

027.57
1+

Human myeloperoxidase (P05164)
DFVNCSTLPALNLASWR (Asn729 peptide)

Yo Obs. m/z 1055.81 (3+)
Glycan: 1221.46 Da (GlcNAc,Hex,Fuc,)
Obs. [M+H]*=3165.43 Da
Calc. [M+H]*=3164.38 Da
Off-by-X (manual) : 1
RT: 87 min
Glycoform #12
; @ O
v
b2 ’ b5
D F|V|N|C|S|T|L|P|A|L|N L|A|s W R
yl4 y13 y12 y11 y10 y9 y8 vy7 y6 v4 vy3
Yo' :
10 y121 1
.5948 y81+ 14066 Cyg CYS
488.7 1963.96 2168.05
e l 1|0 51555| 1471 72 1806.89 1946'\9‘;'| 2048.02
1000 1200 1400 | 1600 | | | 18|OO | | | 20|00 | | | 22|00 | | | 24|00




100+

95
90]
85-
80
75°
70°
65
60
55
50
45
407
357

30

1 145.05

G

1060.81

1060.48

1060.15

1059.82

1061.14

1061.47

1061.81

1062.14

1062.47

200 400

LD DAY DA LAY A DA RS DU R DM R DR
1060.0 1060.5 106!

m/z

T
.062.0

T
1062.5

1

Yoo ©

1077

/

1+
Y10

1+

1336.16

Human myeloperoxidase (P05164)
DEVNCSTLPALNLASWR (Asn729 peptide)
Obs. m/z 1061.48 (3+)

Glycan: 1216.4 Da (GIcNAc,Hex:)

Obs. [M+H]*=3182.44 Da

Calc. [M+H]*=3180.37 Da

Off-by-X (manual) : 2

RT: 87 min

Glycoform #13

e

D F| é[c S|T|L|P|A|L|N L|A|s W R

y13 yll y10 y9 y8 vy7 yé6 y4 y3

1+ 1+
Y13 Y

1409.19 2168.03
. 1964.96 i
388.75 1643.74

1805.89 |
u I | ] i |
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I
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Human myeloperoxidase (P05164)

100
N DFVNCSTLPALNLASWR (Asn729 peptide)
o Obs. m/z 1664.73 (2+)

; / Glycan: 1362.481 Da (GlcNAc,Hex:Fuc,)
e Obs. [M+H]* = 3328.46 Da
80 / \ | _ Calc. [M+H]*=3326.43 Da
75_; 1663.57j \ /ﬁ\ Off'by'x (manual) . 2
70 e kv e sy v S ey ot RT: 87 min
65_% Glycoform #14
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o, )M - Human myeloperoxidase (P05164)

N 111443 DFVNCSTLPALNLASWR (Asn729 peptide)
90_§ Obs. m/z 1115.50 (3+)
; Glycan: 1378.48 Da (GIcNAc,Hex,)
R Obs. [M+H]*=3344.50 Da
j:: . @ 1 Calc. [M+H]*=3342.43 Da
113808 111416 Yol Off-by-X (manual) : 2
70 RT: 87 min
5 Glycoform #15
60
55—5 1115.50
> R J L /\/\ | 7

R e D F|V|N|C|s|T|L|P A[L|N L|A|s W R

25 : yl4 yi13 yl1l y10 y9 y7 y6 y4 y3
20—3

. 1+

. 1+
15 b 1+ vyt v, Y6 101057 Y10

b.1* 1+ 1+1336.15
10 4 £ 2 @ Y7 N Y \ 1+ Y, 1*
. @ @ QO 13 1+ 1

528.19 789.29 J19. 1409.20 k48876 \ 1963.98
690.24 [ 7 ‘ 1805.89 194(L9ff 2031.96 2330.16
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Human myeloperoxidase (P51064)
DEVNCSTLPALNLASWR (Asn729 peptide)
Obs. m/z 1220.53 (3+)

Glycan: 1694.6 Da (GlcNAc;Hex,NeuAc,Fuc,)
Obs. [M+H]*= 3659.59 Da

Calc. [M+H]*= 3658.55 Da

Off-by-X (manual): 1

RT: 88 min

Glycoform #16
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