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Supplementary Figures Legends

Supplementary Figure 1: Spectra of Detached, N- and O-linked Glycans from Serum
and Recombinant Derived ITIH4

Supplementary Figure 2: Proteomic analyses and peptide identification of Serum and
Recombinant ITIH4

Supplementary Figure 3: Extracted lon Chromatogram (XIC) plots of ITIH4
glycopeptides treated with PNGaseF/H,*80 for site occupancy determination.

Supplementary Figure 4: Electron transfer dissociation (ETD) spectra of de-sialylated,
MTRAQ-labeled glycopeptides IPKPEASFSPR+HexNAcHex and
LAILPASAPPATSNPDPAVSR+HexNAc2Hex2.

Supplementary Figure 5: Table of all observed recombinant and serum-derived ITIH4
glycopeptides from CID MS/MS spectra, including (a) no exoglycosidase treatment,
(b) after treatment with 2/3,6,8 neuraminidase, or (c) after treatment with 2/3,6,8
neuraminidase and alpha 1-3,4 fucosidase.
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Supplementary Figure 1 A

MALDI-TOF (MS) Spectra of Permethylated N-Glycans
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N-linked Glycans from Recombinant ITIH4
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Recombinant ITIH4 N-Glycan Relative Intensity
Peak Relative Fuc Fuc NeuAc | NeuAc Full NeuAc | Full NeuAc | 2Fuc | 2Fuc
(m/z) Glycan Intensity (%) | (Y/N) | Intensity | (Y/N) Intensity | (Y/N) Intensity (Y/N) | Intensity
1661.84 | A2 0.1 0 0.0 0 0.0 0 0.0 0 0.0
2070.04 | A2G2 1.3 0 0.0 0 0.0 0 0.0 0 0.0
2244.13 | FA2G2 3.8 1 3.8 0 0.0 0 0.0 0 0.0
2285.15 | FA3G1 1.4 1 1.4 0 0.0 0 0.0 0 0.0
2418.21 | FA2F1G2 1.5 1 1.5 0 0.0 0 0.0 1 1.5
2431.21 | A2G2S1 5.3 0 0.0 1 5.3 0 0.0 0 0.0
2489.25 | FA3G2 14 1 14 0 0.0 0 0.0 0 0.0
2605.30 | FA2G2S1 15.2 1 15.2 1 15.2 0 0.0 0 0.0
2646.33 | FA3G1S1 2.5 1 2.5 1 2.5 0 0.0 0 0.0
2693.35 | FA3G3 3.3 1 3.3 0 0.0 0 0.0 0 0.0
2792.38 | A2G2S2 1.9 0 0.0 1 1.9 1 1.9 0 0.0
2850.43 | FA3G2S1 1.4 1 1.4 1 1.4 0 0.0 0 0.0
2966.47 | FA2G2S2 5.1 1 5.1 1 5.1 1 5.1 0 0.0
3054.53 | FA3G3S1 104 1 10.4 1 10.4 0 0.0 0 0.0
3142.58 | FAAG4 2.4 1 2.4 0 0.0 0 0.0 0 0.0
3228.61 | FA3F1G3S1 1.2 1 1.2 1 1.2 0 0.0 1 1.2
3415.70 | FA3G3S2 9.5 1 9.5 1 9.5 0 0.0 0 0.0
3503.75 | FA4G4S1 7.4 1 7.4 1 7.4 0 0.0 0 0.0
3602.78 | A3G3S3 2.0 0 0.0 1 2.0 1 2.0 0 0.0
3776.87 | FA3G3S3 2.8 1 2.8 1 2.8 1 2.8 0 0.0
3864.93 | FA4G4S2 13.6 1 13.6 1 13.6 0 0.0 0 0.0
4226.10 | FAAGAS3 5.5 1 5.5 1 5.5 0 0.0 0 0.0
4587.27 | FAAGAS4 0.8 1 0.8 1 0.8 1 0.8 0 0.0
100.0 89.4 84.7 12.7 2.8
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Supplementary Figure 1 B

Permethylated O-linked Glycans from Recombinant ITIH4
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Supplementary Figure 1 C

Permethylated O-linked Glycans from Serum ITIH4



Structure

Permethylated (Na)
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Figure 2A: Recombinant ITIH4 Protein Identification (Trypsin Digest, MS/MS)

N |%Cov(95) |[Accession Species [Peptides(95%)

1 52.9(sp|Q14624|ITIH4_HUMAN HUMAN 166

2 22.51|sp|P08238|HS90B_HUMAN HUMAN 19

3 29.64|sp|P08107|HSP71_HUMAN HUMAN 21

4 33.07|sp|P63261|ACTG_HUMAN HUMAN 14

4 29.33|sp|P60709 |ACTB_HUMAN HUMAN 13

5 12.12(sp|P13639|EF2_HUMAN HUMAN 11

6 22.46|sp|P07195|LDHB_HUMAN HUMAN 9

7 12.95(sp|P14625|ENPL_HUMAN HUMAN 12

8 17.74|sp|P11021|GRP78_HUMAN HUMAN 12

9 15.63(sp|P14618|KPYM_HUMAN HUMAN 8
10 22.17|sp|Q71U36 | TBA1IA_HUMAN HUMAN 9
10 22.17|sp|P68363| TBA1B_HUMAN HUMAN 9
11 9.276(sp|094985|CSTN1_HUMAN HUMAN 8
12 13.33|sp|Q08380|LG3BP_HUMAN HUMAN 9
13 4.885(sp|P01023|A2MG_HUMAN HUMAN 9
14 15.21(sp|P06733 | ENOA_HUMAN HUMAN 6
15 2.589[sp|P49327|FAS_HUMAN HUMAN 6
16 19.51(sp|P04075|ALDOA HUMAN HUMAN 6
17 13.29(sp|P07437|TBB5_HUMAN HUMAN 6
18 4.972|sp|P14543|NID1_HUMAN HUMAN 5
19 9.852{sp|P02768|ALBU_HUMAN HUMAN 7
20 16.72|sp|P04406|G3P_HUMAN HUMAN 4
21 10.71sp|P16870|CBPE_HUMAN HUMAN 5
22 17.49sp|PO7900 | HS90A_HUMAN HUMAN 14
23 17.18|sp|P11142|HSP7C_HUMAN HUMAN 11
24 15.29|sp|P62258|1433E_HUMAN HUMAN 4
25 24.6|sp|Q99880|H2B1L_HUMAN HUMAN 4
25 24.6(sp|Q8N257|H2B3B_HUMAN HUMAN 4
25 24.6|sp|Q16778|H2B2E_HUMAN HUMAN 4
25 24.6(sp|P33778|H2B1B_HUMAN HUMAN 4
25 24.6|sp|P23527|H2B10_HUMAN HUMAN 4
25 24.6(sp|P06899|H2B1J_HUMAN HUMAN 4
25 24.6|sp|Q99879|H2B1IM_HUMAN  |HUMAN 4
25 24.6[sp| Q99877 |H2B1IN_HUMAN HUMAN 4
25 24.6|sp| Q93079 |H2B1H_HUMAN HUMAN 4
25 24.6[sp|Q5QNW6|H2B2F_HUMAN  [HUMAN 4
25 24.6|sp|P62807 |H2B1C_HUMAN HUMAN 4
25 24.6(sp|P58876|H2B1D_HUMAN HUMAN 4
25 24.6|sp|P57053|H2BFS_HUMAN HUMAN 4
25 24.6(sp| 060814 |H2B1K_HUMAN HUMAN 4
26 9.779|sp| Q8NHWS5 |[RLAOL_HUMAN  |[HUMAN 3
26 9.779|sp|P05388 | RLAO_HUMAN HUMAN 3
27 9.354(sp|P10909 | CLUS_HUMAN HUMAN 3
28 21.36[sp|P62805|H4_HUMAN HUMAN 3
29 4.027|sp| Q12906 | ILF3_HUMAN HUMAN 3




30| 0.9423[sp|P13611|CSPG2_HUMAN HUMAN 3
31 17.47|sp|P00338|LDHA_HUMAN HUMAN 6
32 4.048|sp|P34932|HSP74_HUMAN HUMAN 3
33 5.774|sp|P12277 |KCRB_HUMAN HUMAN 2
34 28.19(sp|P62158 | CALM_HUMAN HUMAN 3
35 2.93|sp|P22314|UBA1_HUMAN HUMAN 3




Figure 2B: Serum ITIH4 Protein Identification (Trypsin Digest, MS/MS)

N [%Cov(95) |Accession Species |Peptides(95%)

1 59.0(sp|Q14624|ITIH4_HUMAN HUMAN 56
2 27.9|sp|P19823|ITIH2_ HUMAN  |HUMAN 20
3 12.6|sp|P01024|CO3_HUMAN HUMAN 14
4 18.1|sp|P02768|ALBU_HUMAN  |HUMAN 11
5 6.4|sp|POCOL5|CO4B_HUMAN  [HUMAN 7
5 6.4|sp|POCOL4|CO4A_HUMAN HUMAN 7
6 8.6[sp|P19827|ITIHL_HUMAN  [HUMAN 6
7 7.1|sp|P04264|K2C1_HUMAN  |HUMAN 4
8 20.6(sp|P01857|IGHG1_HUMAN [HUMAN 5
9 9.6(sp|P01876|IGHA1_HUMAN HUMAN 3




Supplementary Figure 3

ITIH4 Occupancy Summary
Serum and Cell ITIH4



Part I:
N-glycosylation Site Occupancy in
Serum-Derived ITIH4

*Serum-derived ITIH4 was treated with GluC and Trypsin, heated to
denature proteases, then treated with PNGaseF in the presence of H,80

0.1 ug of the digest was injected onto an Eksigent ChromXP C18-CL
interfaced with a 5600 TripleTOF mass spectrometer (ABSCIEX)

*Different chromatographic gradients were used (short gradient, 30 min;
long gradient, 120 min)



Serum ITIH4 Occupancy Summary

Site Peptide(s) m/z (charge) | m/z (charge)| Serum
Unlabeled Labeled ITIH4
N81 KAFITNF (T,G) 420.734 (2+) 422.240 (2+) +
N207 |[STFMTNQLVDALTTWQNK (T,G) 700.014 (3+), 701.018 (3+)] >90%
N274 |NVVFVIDK (T,G) 467.274 (2+) 468.780 (2+) <1%
N517 |[LPTQNITFQTE (T,G) 646.330 (2+) 647.836 (2+) >98%
N577 |NQALNLSLAYSFVTPLTMVVTKPDDQE (T,G) 1027.853 (3+)(1028.857 (3+)] >95%




Serum ITIH4, N81



Site: N81 (Peptide: KAFITNF), Experiment: SerumITIH4 _PNGaseF 018 1ulL.wiff
Unlabeled (420.73, 2+) not detected, labeled (422.24, 2+) detected

Retention Time: 16.5 min (short gradient, 30 min)

B :IC of +TOF MS: Exp 1, 420.7 to 420,76 Da from Sample 1 {SerumITIH4_PMGaseF 018 1ol of SerumITIH4 PMGaseF_015_1ul.wiff (Nanospray)
B ¥IC of +TOF MS: Exp 1, 422.21 ko 422,27 Da from Sample 1 (SerumITIH4_PMGaseF_018_10L) of SerumITIHS_PMGaseF_018_1ul.wiff (Manospray)
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4232286
600
‘ | - \ 44444
9000.0
. | Ll I
[ A T | [ T | 110 [ 1l L
\ 4205 4210 4215 4220 4225 4230 4235 4240 4205 4250

Intensity, cps

8000.01 | me0s
7000.01 \
6000.0 1 \
5000.01 ‘
» \
4000.01 |
3000.01

2000.0

. /\

0.0 -—— < - ﬂ T = S y
154 155 156 157 158 159 16.0 16.1 162 163 164 165 166 167 168 169 170 171 172 173 174 175 176 177
Time, min

Note: In MS1, see 388 cps, or approx 7% of unlabeled peptide signal. Unlabeled ion
may be at Retention Time 16.1957 min, m/z 420.73, 2+, but difficult to be confident
because the isotope cluster is near the baseline

1000.01 /A \




Serum ITIH4, N81
(N>D/018)

KAFITNES Labeled peptide observed, but low intensity. Unlabeled

peptide (precursor and MS/MS) can not be found.

— @ XICfromSeruml TIH4_PNGasef_| l]13 1uL mﬂ[sampleﬂ Seruml TIH4_| PNEaseF 018 _1ul.Experiment1.+TOF M5 [400 - 1800} 420734 +/- 0.025Da
@ =IC from SerumlTIH4_PNGaseF_ D‘IB Tulwiff [sample 1] - Sewml TIH4_ PNGaseF o1 1, Expenment 1, +TOF MS (400 - 1800) 422240 +/- 0.025 Da

16000 4
14000 4
12000 4
10000 4
2000 4
£000 4
400%
2000 4
1]

Intensity

155 157 15.8 15.9 160 161 162 16.3 164 165 165 167 16.8 169

Time, mir

Fragmentation Evidence (peptide b-

. : 500 1 2 3 5 B
and y-ions) for N>D/018 (3 Da shift) ] / v v S
a00 - bt| |2 B3| yf+2 | bd ks bE ™ e 37
at glycosylation site 2o ] ok
Residue b b+2 y y+2 500
K 129.1022 B5.0545| 543.4735| 4222404 Zen ] 115411
A, 200.1394( 1005733 T153785| 3551929 %% 1 166 055 isobes ’
E400 1 .
F 347.2078| 1741075 644.3414| 3226743 ] 283114 43330
| 4602018 2306495 4972730 2491401 300 1 432307 | B60.368
T 561.3395| 2511734 384.1889| 1925951 200 9 104052 .
M[DEvY] 678.3945| 3307000 2834413 1420743 100 4 - I 503.401
F 8254629 4132351 166.0863 83.5468 o | | il 1 ‘II _l |. Lol i

0 50 100 4150 200 250 300 350 400 450 500 550 GO0 G50 70O 750 800 850
miz, Da

018 labeled KAFITNFSMII also found,

(NOT SHOWN), VERY low abundance



Serum ITIH4, N207



Site: N207 (Peptide: STFMTNQLVDALTTWQNK ) File: SerumITIH4 _PNGaseF 018 1ul.wiff
Unlabeled (700.01, 3+) not detected, labeled (701.02, 3+) detected
Retention Time: 19.5 min (short gradient, 30 min)

. XIC af +TOF Ma: Exp 1 699 98 t-:u ?IIIIZI IZI4 Da From Sample 1 {SerumITIH4 F‘NGaseF _01a 1uL} of SerumITIH4 F‘NGaseF IIIIB luL W|FF {Nannspray}
B #IC of +TOF MS: Exp 1, 700,99 ta 701,05 Da From Sample 1 {SerumITIH4 PNGaseF 018 1uL) of SerumITIH4 PMNGaseF_018_1ul.wiff (Nanospray)

_® X|C of +TOF MS: Exp 1, 699.98 to 700.04 Da from Sample 1 (SerumITIH4_PNGaseF_018_1uL) of SerumITIH4_PNGaseF_018_1uL.... Max. 7985.9 cps.
314 | [l e T vy T ST
3094 i 3745 701.6870 |
3600 ““
3400 ““J
2.8e4 - |
3200+ ‘\
|

26641 MS1 |
2600 ‘ |

2tet| 701.02, 2+ .

2200

s [
2.2e4- 5 20 | |
18001

16004
2.0e4 701.0161 701.3538 | ‘
1400 |

12004 ‘

1.8e4 | | ‘

1000 ‘ |

800y
1.6e4+

600

4004

1.4e4 200

Intensity, cps

04
698.6 698.8 699.0 699.2 699.4 699.6 699.8 700.0 700.2 700.4 700.6 700.8 701.0 701.2 701.4 701.6 701.8 ‘

1.2e4 miz, Da ‘ |

1.0e4 |
8000.0
6000.0
4000.0+

2000.0+

N o NN SN e e
180 181 182 183 184 185 186 187 188 189 190 191 192 193 194 195 196 197 198 199 200 201 202
Time, min

Note: In MS1, can’t see unlabeled peptide. The labeled ion intensity max = 4000 cps at
Retention Time 19.46 min. Can see an (unrelated) ion near, 1=278 cps, good isotope cluster; if
labeled peptide is present but lower than this ion, STFMTNQLVDALTTWQNK >90% occupancy




Site: N207 (Peptide: STFMTNQLVDALTTWQNK )

Labeled (701.02, 3+) detected
Retention Time: 19.5 min (short gradient, 30 min)

000 4
gaon ]
Faon ]
GO0 ]

Intensity

3000
2000
1000 4

2000
4000 1

b2

120.03

13D.DBJ
— IINAT

w2

284.141 45720 65
|||||||l!l||!| ! |

W3

b3 hiidid

HBAS 37548
-

0 100 200

300 400

File: SerumITIH4 _PNGaseF 018 1ul.wiff

Fragmentation Evidence (peptide b-
and y-ions) for N>D/018 (3 Da shift)
at glycosylation site

e IE i v |vE wa 10 w11 w2 w16
YIRS AR BE b 42 | BTSHERE S ba b10| b1 b2 B3 b8
1079.54
B{9.33
ave.29
510.35 693.47
h 178 .51
s | ||7e3a3 64,52 120859 208303 _
1':'22'5T 1209 7 142873 161683 178680 10 2085hs
||Jl|!lu.|.l,u1|l|l,|l| g oIl |. R VAN SN A I S T |.i. 1
a00 GO0 oo oo 00 1000 1100 1200 1300 1400 1500 G000 1V00 1800 1900 2000 0 2100
miz, Da
Residue b b+2 v y+2
I 682.2865 341 B4E9 | 15338032 7EY 4052
] 810.3451 405 6762 | 1419.7602 7103535
L 923.4291 462.2182 | 1291.7016 646.3545
Y 1022.4975 511.7524 | 11TB.61T6 5595124
8] 1137.5245 5592659 | 1079.5492 540.2782
A 1208.5616 EO4 7544 964.5222 452 7643
L 1321.6457 661.3265 893.4851 447 2462
T 1422.6933 711 8503 780.4010 3907042
T 15237410 762.3741 679.3534| 35401803
W 1709.8203 855.4138 5T78.3057 289 BSRS
] 1837 8789 9194431 392.2264| 1966165
F[DE] 1954 5339 a7y 8706 2641678 13255873
K 2083.0289 | 10420181 1471128 74 0800




Site: N207 (Peptide: ALTTWQNK )

File: SerumITIH4_PNGaseF_018 1ulL.wiff

2200 1 yl Y2 Y3 il y5 v |, 78038 ¥7
2000 4
1800 (20 2] yT+2 [25] b
1600 4
1400 -
z
%1200
E1000
gao 13713 S7H 25 946 .43
- 679,33
400 18513
oo | 148.08 sas0a | 2404 ITAA9 39220 4000 74436 TINIE azqr | 9254
] 10205 | L. | IJ | - £43.36 N .
|:| . . II 1 i 1 |I||IIII III||I I|I|| “ 'I.'" .III|||I|IIl|I| . ..lllll.l...|I l||.|ll - 1l Ll.ll . 1 Al l |I —1
n] 100 200 300 400 s00 EO0 Foo o0 900
miz, D&
Residue b b+2 ¥ y+2
&, 720444  aes2ss|  omaszon|  4m27eds
Fragmentation Evidence (peptide b- L 185.1285|  030670] 893.4851| 447.2462
. . T 2861761 1435917 7804010 3907042
and y-ions) for N>D/018 (3 Da shift)
) ) T 872235 1941155|  679.3538| 3401303
at glycosylation site Wi 573.3031| o2571552| G78.3057| 280 6565
8 7013617 | 3511845| 392.2264| 1986163
M[DE] 184167 4097120 2641678 1325375
K 946.5117| 4737595| 1471128 74 0800




Serum ITIH4, N274



Site: N274 (Peptide: NVVFVIDK) File: SerumITIH4 _PNGaseF 018 1ul.wiff
Unlabeled (467.27, 2+) detected, labeled (468.78, 2+) not detected

Retention Time: 15.8 min (short gradient, 30 min)

W KICoF +TOF MS: Exp 1, 467,24 to 467.3 Da from Sample 1 (SerumITIHG_PMGaseF_018_1ul) of SerumITIH4 _PNGaseF_015_1ol.wikt (Manospray)
B #IC of +TOF M5 Exp 1, 468,75 Da from Sample 1 (SerumITIHE PMGaseF 018 1ul) of SerumITIH4 PMGaseF 018 1ul.wiff (Manospray)

W XIC of +TOF MS: Exp 1, 467.24 to 467.3 Da from Sample 1 (SerumITIH4_PNGaseF_018_1uL) of SerumITIH4_PNGaseF_018_1uL.wiff... Max. 6.1e5 cps.
15.76
6.0e5}
I +TOF MS: Exp 1, 15.7581 min from Sample 1 (SerumITIH4_PNGaseF_018_1uL) of SerumITIH4_PNGaseF_018_1uL.wiff
a=7.02627831406042260e-004, t0=-1.88012917896311430e-002 (Nanospray)
8.3e4
8.0e4-
7.5e4-
7.0e4 M S 1
6.5e4-
467.27, 2+
5.5e4-
§ 5.0e4-
é 4.5e4-
: 4.0e4
3.5e4-
3.0e4-
25&4;
2.0e4-
False m/z
Oe4.
o match to
L aoaa) LA 4y |
462.0 467.0
labeled
1605 ] peptide
1.0e5
) *
5.0e4+
0o S _ N o~ N N
142 14.4 146 14.8 15.0 152 15.4 15.6 15.8 16.0 16.2 16.4 16.6 16.8 17.0
Time, min

*Note: In MS1, see 1000 cps, or approx 1% of labeled peptide signal, and 8.3e4 cps

unlabeled peptide intensity. Therefore, NVVFVIDK ~1% occupancy. This is about 1 min
difference in Retention Time, larger than expected for short gradient, so we indicate <1%
occupancy.



N274: NVVFVIDK Occupancy (N>D/018)
Unlabeled peptide:, 2+ (MW), 467.255 to 467.295

File: KBC_283 2 001 ITIH4 Serum_TG_PNGaseF_018 1lul.wiff

G000 v 2 ¥3 vl ¥5 yh T e
=500 1 " 720 450
5000 1
4500 A
4000 A
£3a00 1 b2 b3 Y ks bE
53000 1
Eozmn . 186121 £21[353
2000 1 214 116
-
1500 1 287 133 375|222
1000 7 169.094 o a0 4704|201 Sey.4uz
500 - e T 459.2{38 574 320 &l 9-4”5 |
l:l L T L I'L II| L |I 'I 'I I: I'I " I| LI' I| T |I ! |I L T T 'I T 1 L T |' L || T T
0 50 100 150 200 250 300 350 400 450 S00 S50 GO0 BS0 OO 7SO0 8O0 850 900 450
miz, Da
Res=sidue b b+2 v y+2
I 115.0502 S8.0287 933.5404 467.2738
i 2141186 107 5629 B19.4975 4102524
1 J1318T0 157.0972 T20.4291 360.7152
F 460.2554 2306314 621.3606 3111840
i h59.3239 2801656 4742922 237 5493
| GT2.4079 36 707G JT5.2238 1881155
] Ta7.4343 394 2211 2621397 131 8735
K 9155293 455 2686 1471128 T4 0800




N274: NVVFVIDK Occupancy (N>D/018)

Labeled peptide:, 2+ (MW), 468.740 to 468.780

File: KBC 283 2 001 ITIH4 Serum TG PNGaseF 018 1ulL.wiff

2200 A ol Y2 i3 v Yo vE YWY Yo
2000
1500 1 7204353
1600 - b2 b3 e+ b hE b
14IIIIII T
}~
W“IEIIIIII 1
'E*II:II:II:I i 189109 G21354
ann 4 21? 105
600
] e T 1 3 B 1 PO 936 532
4007 303, 204 ;
200 ] 1471113 J | 4DE.EEP 578 2VT 729403 319 S04
I:I-- I I|Iil|I iy | | | | - .il ||||||Illll L | —
n 30 100 150 EIIIIII 250 3IIIIII 35EI 4IIIIII 450 500 550 BOO 630 70O TSEI EiIIIIII BSEI 300 950
miz, Da
Residue b b+2 v y+2 . . .
M[De] 1160623 50.5345| 936.5525| 4557709 Fragmentatmn Evidence (peptlde b-
W 2174307 1090690 819.4975| 4102524 and y-ions) for N>D/018 (3 Da Shift)
W 316.1991 | 15865032 720.4291|  360.7182 ) )
F 463.2675| 2321374 621.3606| 3111840 at glycosylatlon site
W S623350| 2816716 4742922 2376495
[ 675.4200 3352135 375.2238| 1551155
D 790.4469 | 3957271 2624397 1315735
K 9155419| 4507746 147.1128 74.0500




Serum ITIH4, N517



Site: N517 (Peptide: LPTQNITFQTE) File: SerumITIH4 _PNGaseF_018 1ulL.wiff
LPTQNITFQTE — unlabeled (646.33, 2+) not detected, labeled (647.84, 2+) detected

Retention Time: 16.2 min (short gradient, 30 min)

B SIC of +TOF MS: Exp 1, 646.3 ko 646,36 Da from Sample 1 (SerumITIH4_PMGaseF_018_1ul) of SerumITIHE _PMGaseF_018_1ul.wiff {Manospray)
B ¥IC of +TOF MS: Exp 1, 647,81 to 647,87 Da From Sample 1 {SerumITIH4 PHGaseF 018 1ul) of SerumITIHG PMGaseF 018 1ul.wiff (Manospray)

Wl XIC of +TOF MS: Exp 1, 646.3 to 646.36 Da from Sample 1 (SerumITIH4_PNGaseF_018_1uL) of SerumITIH4_PNGaseF_018_1uL.wiff... Max. 4.3e4 cps.
4.8e5 i
i
I +TOF MS: Exp 1, 16.0565 min from Sample 1 (SerumITIH4_PNGaseF_ 018 1uL) of SerumITIH4_PNGaseF_018_1uL.wiff Max. 4.6e4 cps.| \““
1=7.02628559169743990e-004, t0=-3.90383935014161540e-003 (Nanc ay) “ \‘
4.6e4 647.8309 “‘ \“
4.4e4 ‘\‘ “
4.2e4 \‘ ‘\
4.0e4 M S 1 “ “‘
3.8e4 “ \‘
3.6e4 648.8328 |
647.84, 2+ N
3208 648.3314 ‘ ‘
3.0e4 | \‘
2 28e4 [
Z 2.6e4 “ ‘
T 24e4 | ‘\
z 2204 649.3337 ‘ |
= 20e4 | |
1.8¢4 | \‘
1.6e4 “ |
1.4e4 “ | ‘
1.2e4 ‘ “
1.0e4 649.8358 ‘ ‘
8000.0 ‘ | |
6000.0 | | |
¥ ‘ ‘ ‘ \ 650.3332 | I
4000.0 \\ | | | \\ | |
2000.0 / \M J | \ | \
LA A ) \ 1 | N J x A [
647.0 647.5 648.0 648.5 649.0 649.5 650.0 650.5 | |
m/z, Da | \‘
|
1.2e5 ‘\ ‘\
1.0e5 J \
| |
8.0e4 “ |
6.0e4 1 \‘
‘
4.0e4 |
/ \
2.0e4+ 14.72 1543 1563 / 16.20. 17.04
_ \’_/x(_r_xf N ,W\ g R, . o
0.0M T — — ——— —— T T = T T e
14.4 14.6 14.8 150 15.2 15.4 15 6 15.8 16.0 16.2 16.4 16.6 16.8 17.0 17.2
Time, min

Note: In MS1, there may be unlabeled peptide present at Retention Time 15.68 min (close
to baseline), m/z 646.33,2+,Intensity= 1000 cps. LABELED peptide 4.5e4 cps. Therefore,
occupancy >98% (based on intensity).



Serum ITIH4, N517: LPTQNITFQTE Occupancy (N>D/018)
Unlabeled peptide: 646.3277, 2+ (MW 1290.6395), 646.2877 to 646.3577

Labeled peptide: 647.8249, 2+ (MW 1293.6340), 647.7949 to 647.8549

File: KBC_283 2 001 _ITIH4 Serum_TG_PNGaseF 018 1ul.wiff

] v y2 Y3 vd Y5 ¥
4584 1 2| bspicha VTHRRD | yO0eBS b b7 ba|  BIO b1
4 Ned - 2460 11
1 444 20
3584
] 55728
Pl 753 41
= ] )
£ 2.5ed 1 77148 104k 55
EE.DE-‘J- A 120.08 EFOLET 12?5.53\\
: T 148.08
1.5e4 1 i 25 1 21549
] ' 20 29 1259 51
1084 |1 o107 b1 2 {3 . 844D 0047 | 1028.54 114b oa .
- h Sy 42619 :
5 0e3 | ‘ - I 7434 ‘ l 535, 54\ l
DDED ] . : |II h“ I!l“. l s ||JI | ""."L||'J I'I'|I||I‘ '.' J.i.IJn‘l Lal Il|J||.| 1 I ¥ 4.1 | ||| I} L. I|I.| I | : L
0 100 200 300 400 500 B0 700 00 00 1000 1100 1200
miz, Da
Residue b b+2 v y+2
L 114.0913 575493 120465648 547 5361
Fragmentation Evidence (peptide b- P 2111841 10650757 | 11815609 591 2941
. . T 3121918 | 1565995| 10845281 542.7677
and y-|ons) for N>D/018 (3 Da Shlft) @ 410.2504| 2206253 9534504 4922438
at glycosylation Site MIDE] 557.3054| 279.1563( 855.4218| 428.2146
| 670.3894| 3356953 7353863 39657
T T1.43711| 39627722 6252828 3131450
F 918.5055 | 459.7564| 5242351 2E2E212
@ 10465641 | 5237557 3IFTAG6T| 189.0870
T 1476118 5743035 2491081 1250577
E 1276.6544| 335305 148.0604| 745339




Serum ITIH4, N577



Site: N577 (Peptide: NQALNLSLAYSFVTPLTMVVTKPDDQE) File: SerumITIH4_PNGaseF_018_1lul.wiff

Unlabeled (1027.85, 3+) not detected, labeled (1028.86, 3+) detected
Retention Time: 20.45 min (short gradient, 30 min)

#IC of +TOF M3: Exp 1, 1027.32 to 1027.38 Da from Sample 1 {SerumITIH4_PRGaseF_018_1ul) of SerumITIH4 _PMGaseF_018_1ul.wiff (Manospray)
#IC of +TOF M3: Exp 1, 1028.83 to 1028.59 Da from Sample 1 {(SerumITIH4_PRGaseF_018_1ul) of SerumITIH4_PMGaseF_013_1ul.wiff (Manospray)

Wl XIC of +TOF MS: Exp 1, 1027.82 to 1027.88 Da from Sample 1 (SerumITIH4_PNGaseF_018_1uL) of SerumITIH4_PNGaseF_018_1u...
1.6e4+ \
1.5e4 |
1.4e4+ |

1.3e4 I

Max. 1038.7 cps.

1.2e4 [

1.1e4+ | | ZSZ M S 1

2100
1 04 . - 1028.86, 3+
9000.0 [

8000.0+

Intensity, cps

7000.0 4 | \
6000.0 - ‘ ‘

5000.0- ‘ \

4000.0

28,8645

3000.0+
2000.0+

1000.045 g5

1969 2069
1 [ ,29%\ S~ %Lga/\ /;ﬁ;‘o\s/

19.26 61
(926 1934 1961, BB ——
192 194

(ﬁzg 20.26
= 2 - A\’A,, e

0.0¥ ‘ : ‘ : ;
20.4 206 20.8 210 21.2

Time, min

19.0 19.6 19.8 20.0 202

214

216

Note: In MS1, do not detect unlabeled peptide. lons with a similar mass range at
150 cps can be observed. Therefore, if unlabeled peptide is below 150 cps, and

LABELED peptide is at Intensity = 2734 cps, occupancy>95%.




Site: N577 (Peptide: NQALNLSLAY) File: KBC_283_2_001_ITIH4_Serum_TG_PNGaseF_018_1ulL.wiff
Unlabeled (553.80, 2+) not detected, labeled (555.30, 2+) detected
Retention Time: 56.16-56.56 (Iong gradlent 120 mm)

. XIC af +TOF MS Exp 1, 553, ?‘? ko 553 83 Da Fru:um Sample 1 I:SEFLIITIITIHq' F‘NGaseF IIIIB luLj aof SerumITIHf’: F'NGaseF IIIIB 1uL W|FF I{Nannspray}
B  :IC of +TOF MS: Exp 1, 555,27 to 555,33 Da from Sample 1 (SerumITIH PNGaseF 018 1ul) of SerumITIHG PHGaseF 013 1ul.wiff (Manospray)

[ W XIC of +TOF MS: Exp 1, 553.77 to 553.83 Da from Sample 1 (KBC_283_2_001_ITIH4_Serum_TG_PNGaseF_018_1uL) of KBC_283_... Max. 1.8e4 cps.
1.10e4
I 026300 43 6084 0 00 D 26‘30321 153 992000 001 (IN 5 ) O PNGEseF 018, Tul) ofKBC.260.2 001 1T ax. 55860 cpe
555.7884
555.30, 2+

R
350
300
250

200

52, \ﬂwu A MM JM Mkw Mll iy, M\Nmﬂlm " \k bl b .lA ”L MM b W g ¥l LW‘M

552.0 28 50 s 554.0 554.5 555.0 555 ; 556.0 556.5 557.0 557.5 558.0 558.5 559.0
miz, D:

4000.00

3500.00
3000.00
2500.00
2000.00;
1500.00
1000.00

500.00

0.00,

558 560 562 564 566 568 570 572 574 576 57.8 580
Time, min

Note: Near the limit of detection. In MS1, the lowest ions could see the isotope cluster well
were in Intensity = 150 cps range, or approx 10% of signal. So NQALNLSLAY >90% occupancy




Serum ITIH4, N577: NQALSNLSLAY Occupancy (N>D/018)
Unlabeled peptide:, 2+ (MW), to

Labeled peptide:, 2+ (MW), to

File: KBC_283 2 001 _ITIH4 Serum_TG_PNGaseF 018 1ul.wiff

700 - CA I i yi0

650 1

00 7 b2 | [kl b |y S DeeT! b&| | bf| 7T26EBE| bo

550

] F314.15

Zin
w400 -
5350 | 744.35
=300 A

250 - 136.07

200 1

150 1 857,46 | 92043

1233 147 04 ‘ 1109.60

|:| ] . | |.I ! | r l illh l
100 200 300 400 S00 GO0 YOO 8OO 1000 1100
miz, Da
Residue b b+2 v y+2
M 1150502 55.0287 1 1109.5961 555.3017 H H H
Fragmentation Evidence (peptide b-

e 243.1088 1220380 995 5952 4982802
A, 3144459 1575766 G67.4045| 4342509 and y-|ons) for N>D/018 (3 Da Shlft)
L 42T.2300 241186 796 4375 3957324 . H
[DrEt] 544.2850 272 6461 6833734 3421904 at glycosylatlon Slte
L 65T.3690 3291881 5663154 2836629
] T44.4010 3727042 453.2344 227205
: ssrass1) 42s2452) 3662023 1836048 Only modified peptide can be detected, but at
A 928.5222 464 7E45 253.1183 127 0625 . .
by 10891.25836 546.2964 152.0812 91 5442 IOW IntenSIty‘




SerumITIH4_PNGaseF_018_ 1ulL.wiff (Trypsin + GluC, PNGaseF/180)

Sho

rt gradient (30 min)

ProteinPilot results for peptides with N-glycosylation sites

Theor
Conf Sequence Modifications Precm/z m/z Theorz ([Time
0.1162/AFITNFSMIIDGMTYPGIIK Delta:H(1)O(-1)180(1)(N)@5; 751.0446) 751.0553 3| 20.6795
Oxidation(M)@8
0.9892|KAFITNF Delta:H(1)O(-1)180(1)(N) @6 422.2301| 422.2404 2| 16.5347
1.245KAFITNFSMIID Delta:H(1)0(-1)180(1)(N) @6 701.8627| 701.8741 2| 18.7392
61.41LPTQNITFQTE Delta:H(1)O(-1)180(1)(N)@5 647.8237| 647.8361 2| 16.2111
23.91NQALNLSLAY Delta:H(1)0O(-1)180(1)(N)@5 555.2905| 555.3017 2| 17.7469
99INQALNLSLAYSFVTPLTSMVVTKPDDQE Delta:H(1)O(-1)180(1)(N)@5 1028.849| 1028.857 3| 20.4536
99INVVEVID 403.2258| 403.2263 2 17.9113
99INVVFVIDK 467.2743| 467.2738 2| 15.8195
99STFMTNQLVDALTTWQNK Delta:H(1)O(-1)180(1)(N)@17 701.0089| 701.018 3 19.4746




KBC_283_2 001_ITIH4_Serum_TG_PNGaseF_018 1lulL.wiff
Long gradient (120 min)
ProteinPilot results for peptides with N-glycosylation sites

Theor

Conf Sequence Modifications dMass |Precm/z [m/z Theorz ([Time
0.5414/ALTTWQNK Delta:H(1)O(-1)180(1)(N)@7 | -0.02938| 482.7501| 482.7647 2| 24.147
1.579KAFITNF Delta:H(1)O(-1)180(1)(N)@6 | -0.02425|422.2282|422.2404 2| 47.1421
92.19|LPTQNITFQTE Delta:H(1)0(-1)180(1)(N)@5 | -0.02375| 647.8242| 647.8361 2| 45.648
0.005132|LPTQNITFQTE -0.00621] 646.327/646.3301 2| 34.8314
42.69NQALNLSLAY Delta:H(1)O(-1)180(1)(N)@5 | -0.02232| 555.2905| 555.3017 2| 56.2904
97.26|NVVFVID -0.00266| 403.225{403.2263 2| 55.0064
2.741|NVVFVIDK Delta:H(1)O(-1)180(1)(N)@1 | -0.02401| 468.7679| 468.7799 2| 47.8217
99NVVFVIDK 0.000511(467.2741,467.2738 2| 43.4274
0.5379[TQNITFQTE Delta:H(1)O(-1)180(1)(N)@3 | -0.02376|542.7558| 542.7677 2| 33.0738




Part ll:

N-Glycosylation Site Occupancy In
Recombinant ITIH4

*Recombinant ITIH4 was treated with GluC and Trypsin, (or Trypsin and
Chymotrypsin) heated to denature proteases, then treated with PNGaseF in
the presence of H,%0

0.1 ug of the digest was injected onto an Eksigent ChromXP C18-CL
interfaced with a 5600 TripleTOF mass spectrometer (ABSCIEX)

*Different chromatographic gradients were used (short gradient, 30 min;
long gradient, 120 min)



Recombinant ITIH4 Occupancy Summary

s pepidts ) | ) | o

N81 |KAFITNF (T,G) 420.734 (2+)  422.240 (2+)| >80%
N207 |MTNQLVDALTTWQNK (T,C) 881.943 (3+)|  883.449 (3+)| >97%
N274 |NVVFVIDK (T,G) 467.274 (2+)  468.780 (2+) <1%
N517 |LPTQNITFQTE (T,G) 646.330 (2+)|  647.836 (2+) >99%
N577 |NQALNLSLAY (T,C) 553.796 (2+)]  555.302 (3+) >90%




Recombinant ITIH4, N81



Site: N81 (Peptide: KAFITNF) File: KBC_278 ITIH4 HEK_TG_PNGaseF_018 1ulL.wiff
Unlabeled peptide: 420.7360, 2+; Labeled peptide: 422.2291, 2+
Retention Time: 48 min (long gradient)

B IC of +TOF MS: Exp 1, 420,72 to 420,76 Da From Sample 1 (KBC_Z76_ITIH4_HEK_Ta_PMGaseF_O16_1ul) of KBC_276_ITIH4_HEK_TG_PMGaseF_O18_1ul.with (Manospray)
B IC of +TOF MS: Exp 1, 422,21 to 422,25 Da from Sample 1 (KBC 275 ITIH4 HEK Ta PMGaseF ©O16 1ul)of KBC 278 ITIH4 HEK TG PNGaseF O18 1ul.wiff (Nanospray)
"M XIC of +TOF MS: Exp 1, 420.72 to 420.76 Da from Sample 1 (KBC_278_ITIH4_HEK_TG_PNGaseF_O18_1uL) of KBC_278_ITIH4_H... Max. 4662.0 cps.

1.6e4 N T
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4000.04

3000.0+

2000.04

1000.04 4

M \/w\'\ A A A , 42.78 \ AN M A ) , Y
WY ae AW SN A\ T VI AN TNNMIANAN N N ey .
0.0 = A/\A MNR LW T AVA7\JN RISV MW AN A S AN Ty

40.0 410 420 43.0 44.0 450 46.0 470 48.0 49.0 50.0 51.0 52.0 53.0 54.0 550
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Note: The unlabeled and labeled peptides differ in retention time by a larger-than-

expected time. There is MS/MS evidence of the labeled peptide, therefore, we
conclude that the Occupancy > 80%




Recombinant ITIH4, N207



Site N207: MTNQLVDALTTWQNK
KBC_288 004: HEK ITIH4 + Trypsin + Chymotrypsin + PNGaseF / 018
Unlabeled: 881.9432, 2+ not detected; Labeled: 883.4493, 2+

B :IC of +TOF MS: Exp 1, 881,91 to 851,97 Da from Sample 1 (KBC_ 285 004 _PMGaseFOLE 1ul) of KBC 288 004 PNGaseFO18_ 1ul.wiff {Manospray)
B :I1C of +TOF MS: Exp 1, 583,42 to 553,45 Da Ffrom Sample 1 (KBC_ 285 004 PMGaseFOLE Lul) of KBC 288 004 PNGaseFO18_ 1ul.wiff {Manospray)
W XIC of +TOF MS: Exp 1, 881.91 to 881.97 Da from Sample 1 (KBC_288_004_PNGaseFO18_1uL) of KBC_288_004_PNGaseFO18_1u... Max. 8.0e4 cps.
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NOTE: Labeled peptide detected at retention time 17.95 min, 9498 cps. Unlabeled peptide
is not detected. In the MS spectrum near the expected retention time and m/z, | can see
ions as low as about 284 cps. Therefore, estimate that non-labeled peptide is at most 3%,
SO occupancy is > 97%.




Recombinant ITIH4, N274



Site: N274 (Peptide: NVVFVIDK)  File: KBC_278_ITIH4 HEK_TG_PNGaseF_018_1uL.wiff
Unlabeled (467.27, 2+) detected, labeled (468.78, 2+)
Retention Time: 42.5 min (long gradient, 120 min)

B :IC of +TOFMS: Exp 1, 467.24 to 467,73 Da From Sample 1 {HEKITIH4 _PNGaseF_O18_1ul) of HEKITIH4 PMGaseF_O18_1ul.wiff (Nanospray)
B :IC of +TOF MS: Exp 1, 468,75 to 468,81 Da from Sample 1 (HEKITIH4 _PMGaseF_018_1ul) of HEKITIHG PMGaseF_O18 1uL.wiff (Manospray)

W XIC of +TOF MS: Exp 1, 467.24 to 467.3 Da from Sample 1 (KBC_278_ITIH4_HEK_TG_PNGaseF_0O18_1uL) of KBC_278_ITIH4_HEK... Max. 6.0e5 cps.
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NOTE: Intensity of UNlabeled peptide is 7.7e4 (RT 42.3 min), and intensity of labeled

peptide is 1e3 (RT 45.1 min). Therefore, occupancy = 2%. Different in retention time
between unlabeled and labeled peptide is greater than expected. At N274, occupancy <1%
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Recombinant ITIH4, N517



Site N517: LPTQNITFQTESSVAEQEAEF
KBC_288 004: HEK ITIH4 + Trypsin + Chymotrypsin + PNGaseF / 018
Unlabeled: 790.3763, 3+ not detected; Labeled: 791.3803, 3+

B :IC of +TOFMS: Exp 1, 790,35 to 790.41 Da from Sample 1 (KBC_285_004_PMGaseFO18_Lul) of KBC_285_004_PNGaseFO18 LUl wiff (Manospray)
B <IC of +TOFMS: Exp 1, 791,35 to 791.41 Da from Sample 1 (KBC_285_004_PMGaseFO18_Lul) of KBC_285_004_PNGaseFO18 LUl wiff (Manospray)
W XIC of +TOF MS: Exp 1, 790.34 to 790.42 Da from Sample 1 (KBC_288_004_PNGaseFO18_1uL) of KBC_288_004_PNGaseFO18_1u... Max. 1.1e4 cps.
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NOTE: Intensity of labeled peptide is 1.9e5, cannot detect unlabeled peptide. Therefore,
occupancy is >99%.
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Recombinant ITIH4, N577



Site N577: NQALNLSLAY

KBC_288 004: HEK ITIH4 + Trypsin + Chymotrypsin + PNGaseF / 018
Unlabeled: 553.796. 2+: Labeled: 555.302. 2+

B :IC of +TOF MS: Exp 1, 553,76 to 553,84 Da from Sample 1 (KBS 283 004_PNGaseFO18 1ul) of KBS 288 004 PNGaseFO18 1ul.wiff (Nanospray)

B :IC of +TOF MS: Exp 1, 555.26 ko 555,34 Da from Sample 1 (KBC_288_004_PNGaseFO18_1uL) of KBC_288_004_PNGaseFO18_1ul,wiff (Nanospray)
B XIC of +TOF MS: Exp 1, 553.76 to 553.84 Da from Sample 1 (KBC_288_004_PNGaseFO18_1uL) of KBC_288_004_PNGaseFO18_1...

Max. 9620.2 cps.|
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HEK ITIH4 + Trypsin + GluC

Conf |Sequence Modifications Prec MW |Prec m/z |Theor MW [Theor m/z [Theorz [Time
99.0|LPTQNITFQTE Delta:H(1)0(-1)180(1)(N)@5 1293.63| 647.82 1293.66 647.84 2| 15.93
99.0|STFMTNQLVDALTTWQNK |[Delta:H(1)O(-1)180(1)(N)@17 2100.01f 701.01 2100.03 701.02 3| 19.32
45.6/NQALNLSLAY Delta:H(1)O(-1)180(1)(N)@5 | 1108.57| 555.29] 1108.59]  555.30 2| 17.60
0.5|KAFITNF Delta:H(1)0(-1)180(1)(N)@6 842.44| 422.23 842.47|  422.24 2| 16.30

HEK ITIH4 + Trypsin + ChymoT
Conf |Sequence Modifications Prec MW |Prec m/z [Theor MW [Theor m/z [Theorz [Time
99.0/LPTQNITFQTESSVAEQEAEF |Delta:H(1)O(-1)180(1)(N)@5 2371.10 791.37 2371.12 791.38 3| 17.52
99.0|MTNQLVDALTTWQNK Delta:H(1)O(-1)180(1)(N)@14 | 1764.86| 883.44| 1764.88 883.45 2| 17.97
99.0|[NQALNLSLAY Delta:H(1)O(-1)180(1)(N)@5 1108.57 555.29 1108.59 555.30 2| 17.54
98.9|RNQALNLSLAY Delta:H(1)0(-1)180(1)(N)@6 1264.67| 633.34| 1264.69 633.35 2| 16.36




Supplementary Figure 4

Serum-Derived ITIH4 Glycopeptides (Desialylated) with ETD Fragmentation

IPKPEASFSPR + 2mTRAQ + Hex-HexNAc
L AILPASAPPATSNPDPAVSR + mTRAQ + Hex2HexNAc2



RB-KC-ITIH4-Peps2-Desial-Targets 10/1/2013 10:07:39 AM
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RB-KC-ITIH4-Peps2-Desial-Targets

10/1/2013 10:07:39 AM

RT: 50.7869 - 51.9298
100

477.0962

477.092 gaq o786

578.8276

536.8043

578.8281 5528347

536.8083

536.8083

100

50

626.9769

627.1199

NL: 2.23E9
IC MS RB-KC-ITIH4-Peps2-Desial-Targets

NL: 6.26E8

Base Peak F: FTMS + p NSIFull ms
[300.00-2000.00] MS
RB-KC-ITIH4-Peps2-Desial-Targets

NL: 0

m/z= 628.0033-628.0095 F: FTMS + p NSI
Full ms [300.00-2000.00] MS
RB-KC-ITIH4-Peps2-Desial-Targets

628.7922 NL: 2.02E5

Base Peak m/z= 50.0000-2000.0000 F:
[TMS + ¢ NSI Full ms2 628.01@etd90.00
[50.00-2000.00] MS
RB-KC-ITIH4-Peps2-D@sial-Targets

c

-
|

730.61p1

730.6218

730.62
73

0.6212

nda

NL: 1.68E6 <
m/z=730.6190-730.6284 F: FTMS + p NSI
Full ms [300.00-2000.05] MS
RB-KC-ITIH4-PepsZ-D%siaI-Targets

Re

7294814

7298616

729.1

21 729.0831

729.11

(6 729.1416

NL: 1.22E5

Base Peak m/z= 50.0000-2000.0000 F:
ITMS + ¢ NSI Full ms2 730.63@etd90.00
[50.00-2000.00] MS
RB-KC-ITIH4-Peps2-Desial-Targets

821.9047

] @%9049
] 821.9061 821.9081

NL: 4.75E6

m/z=821.9016-821.9098 F: FTMS + p NSI
Full ms [300.00-2000.00] MS
RB-KC-ITIH4-Peps2-Desial-Targets

50- / \
Jenzm

820.3382

820

8156

821.1914
—

NL: 5.20E4

Base Peak m/z=50.0000-2000.0000 F:
[TMS + ¢ NSI Full ms2 821.91@etd90.00
[50.00-2000.00] MS
RB-KC-ITIH4-Peps2-Desial-Targets

0|||||||||||||||||||||||

50.8 51.0

51.2 514

Time (min)

516

51.8

RB-KC-ITIH4-Peps2-Desial-Targets #8685-8719 RT: 51.37-51.55 AV:7 NL: 5.91E3
F: ITMS + ¢ NSI Full ms2 730.63@etd90.00 [50.00-2000.00]
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RB-KC-ITIH4-Peps2-Desial-Targets #8685-8719 RT: 51.37-51.55 AV:7 NL: 591E3
F: ITMS + ¢ NSI Full ms2 730.63@etd90.00 [50.00-2000.00]
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RB-KC-ITH4-Peps2-Desial-Targets 10/1/2013 10:07:39 AM
RT: 41,6020 - 47.9842 RB-KC-ITH4-Peps2-Desial-Targets #7613-7639 RT: 45.30-45.41 AV:5 NL: 1.73E8
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Supplementary Figure 5

Table of all observed recombinant and serum-derived ITIH4 glycopeptides
from CID MS/MS spectra, including (a) no exoglycosidase treatment, (b)
after treatment with 2/3,6,8 neuraminidase, or (c) after treatment with
2/3,6,8 neuraminidase and alpha 1-3,4 fucosidase.



Cell ITIH4 + Neuraminidase

AFITNFS (N81)

Oxford — m/z (charge) %
M5 964.90 (2+) 3
M6 104593 (2+)| 2
A2 670.96 (3+) 1

71129 (3+)| 5
A2G1 72497 (3+) 2

76531 (3+) 4
A2G2 778.99 (3+)| 64
A3G1 79268 (3+) 3
FA2G? 827.67 (3+) 5
FA3G1 84135 (3+) 4
A3G2 846.60 (31) 3
A3G3 900.70 (3+)| 4

ALTTWQNK (N207)

Oxford — |m/z (charge) %
FA2 802.60 (3+) 2
FA2G1 856.70 (3+)] 3
FA2G2 910.72 (3+)] 40
FA3G1 924.4 (3+) 23

951.03 (31)] 8
FA2F1G2 959.41 (3+) 3
FA3F1G1 973.08 (3+) 16
FA3G2 97842 (3+)| 4

986.76 (3+) 1

N VVFVIDK (N273)
Oxford — m/z (charge) %
5 717.33 (3+)] 15
M6 771.34 (3+)| 62
M7 82536 (3+)| 14
M8 879.38 (3+) 9
LPTQNITFQTE (N517)
Oxford — m/z (charge) %
FA2 912.73 (31)] 3
FA2G1 966.75 (31)| 3
FA3 980.43 (3+)| <1
FA2G2 1020.77 (3+)] 40
FA2F1G2 1069.46 (3+) 2
FA3G1 776.00 (4%)| 3
FA3G1 1034.43 (3+) 9
FA3F1G1 1083.13 (3+) 4
FA3G2 1088.46 (3+) 4
FA3F1G2 1137.15 (3+) <1
FA3G3 857.11 (4+)| 17
FA3F1G3 119117 (3+)] <1
FA4G2 867.37 (4+)| 3
FA4GA 948.40 (4+)| 12
NQAL NLSLAY (N577)

Oxford — m/z (charge) %
FA2 851.04 (31)] 3
FA2G1 905.06 (3+) 3
FA2G2 959.07 (3+)| 44
FA3G1 972.73 (3+)| 15
FA3G3 810.85 (4+) 15
FA4G2 821.10 (4+)| 5
FA4GA 902.13 (4+)| 5
FA4F1G4 938.63 (4+) 7




HexNAc3Hex7Fuc [ 999.41 (3+)] 3
IPKPEASFSPR (S640, S642)
Oxford m/z (charge) %
HexNAc1Hex1 531.95 (3+)] 93
HexNAc1Hex4 694.04 (3+) 7
GPDVLTATVSGK (T506, T508, S510)
Oxford m/z (charge) %
HexNAc1Hex1 755.37 (2+) 6
HexNAc2Hex2 625.63 (3+)] 67
HexNAc1Hex4 665.96 (3+) 4
HexNAc1Hex1NeuAc1 600.96 (3+)] 23
Cell ITIH4 + Neuraminidase
+ a1-3,4 Fucosidase

Oxford m/z (charge) %
M5 964.90 (2+) 3
M6 1045.93 (2+) 2
A2 670.96 (3+) 1

711.29 (3+) 5
A2G1 724.97 (3+) 3

765.31 (3+) 3
A2G2 778.99 (3+)] 66
A3G1 792.68 (3+) 5
FA2G2 827.67 (3+) 1
FA3G1 841.35 (3+) 3
A3G2 846.69 (3+) 4
A3G3 900.70 (3+) 4

ALTTWQNK (N207)

Oxford — |m/z (charge) %
A2 754.00 (3+)] <1
FA2 802.69 (3+) 2
A2G1 808.01 (3+)| <1
FA2G1 856.70 (3+) 2
A2G2 862.03 (3+) 1
FA2G2 910.72 (3+)] 42
A3G1 875.71 (3+)| <1
FA3G1 924.4 (3+)] 39

951.03 (3+) 5
FA2F1G2 959.41 (3+)| <1
A3G2 929.73 (3+)| <1
FA3G2 978.42 (3+)] 3
HexNAc6Hex3Fuc1 938.07 (3+) 5

N VVFVIDK (N274)
[Oxtord - m/Z (charge) %
M5 717.33 (3+)] 15
M6 771.34 (3+)] 66
M7 825.36 (3+)] 11
M8 879.38 (3+) 9
LPTQNITFQTE (N517)

Oxford — m/z (charge) %
A2 864.05 (3+)| <1
FA2 912.73 (3+) 3
A2G1 918.07 (3+)] <1
FA2G1 966.75 (3+) 3
A2G2 972.08 (3+)] <1
FA2G2 1020.77 (3+)| 41
FA2F1G2 1069.46 (3+)] <1
FA3 980.43 (3+) 1
FA3G1 776.09 (4+)| 13




FA3F1G1 1083.13 (3+)] <1
FA3G2 1088.46 (3+) 4
FA3F1G2 1137.15 (3+)] <1
A3G3 1093.79 (3+)] <1
FA3G3 857.11 (4+)] 15
FA3F1G3 1191.17 (3+)] <1
A4G2 867.37 (4+) 3
A4G4 1215.52 (3+)] <1
FA4G4 948.40 (4+)] 14
NQALNLSLAY (N577)
Oxford — m/z (charge) %
FA2 851.04 (3+) 3
FA2G1 905.06 (3+) 3
FA2G2 959.07 (3+)] 46
FA3G1 972.73 (3+)] 10
A3G3 774.34 (4+) 2
FA3G3 810.85 (4+)] 15
A4G2 784.59 (4+) 1
FA4G2 821.10 (4+) 3
A4G4 853.47 (4+) 2
FA4G4 902.13 (4+) 6
FA4F1G4 938.63 (4+) 6
HexNAc3Hex7Fuc1 999.41 (3+) 3
IPKPEASFSPR (S640, S642)
Oxford m/z (charge) %
HexNAc1Hex1 531.95 (3+)] 95
HexNAc1Hex4 694.04 (3+) 5
GPDVLTATVSGK (T506, T508, S510)
Oxford m/z (charge) %
HexNAc1Hex1 755.37 (2+) 4
HexNAc2Hex2 625.63 (3+)] 66
HexNAc1Hex4 665.96 (3+) 4
HexNAc1Hex1NeuAc1 600.96 (3+)] 26




Serum ITIH4 + Neuraminidase

KAFITNF (N81)
Oxtord m/z (charge) o)
A2G2 821.70 (3+)] 82
A2F1G2 870.37 (3+) 7
A3G3 943.39 (3+)] 11
ALTTWQNK (N207)

Oxford m/z (charge) %
A2G2 862.04 (3+)] 100
NVVFVIDK (N274)

Oxford m/z (charge) %
M5 717.32 (3+)] 25
M6 771.34 (3+)] 75
LPTQNITFQTE (N517)

Oxford m/z (charge) %
A2G2 729.31 (4+)| 64

972.08 (3+)
FA2G2 765.82 (4+) 3
1020.77 (3+)
A3G3 820.59 (4+)] 23
1093.78 (3+)
FA3G3 857.11 (4+) 9
1142.48 (3+)
FA3F1G3 893.63 (4+)] <1
1191.17 (34)
A4G4 911.89 (4+)| <1
1215.52 (3+)
NQALNLSLAY (N577)
Oxford m/z (charge) %
A2G2 683.04 (4+)] 84
910.38 (3+)
A3G3 774.34 (4+)| 16
1032.34 (3+)
A3F1G3 1080.80 (3+)] <1
Serum ITIH4 + Neuraminidase
+ a1-3,4 Fucosidase
KAFITNF (N81)
Oxford m/z (charge) %
A2G2 821.70 (3+)| 87
FA2G2 870.37 (3+) 3
A3G3 94339 (3F)| 10
ALTTWQNK (N207)

Oxford m/z (charge) %
A2G2 862.04 (3+)] 100
NVVFVIDK (N274)

[Oxford m/z (charge) %
M5 717.32 (3+)] 30
M6 771.34 (3+)] 70
LPTONITFQTE (N517)

Oxford m/z (charge) %
A2G2 729.31 (4+)| 65

972.08 (3+)
FA2G2 3

(
765.82 (4+)
1020.77 (3+)




1032.34 (3+)

A3G3 82059 (4+)] 29

FA3G3 857.11 (4+) 2
1142.48 (3+)

FA3F1G3 893.63 (4+) <1
1191.17 (3+)

A4G4 911.89 (4+) 1
1215.52 (3+)

NQALNLSLAY (N577)

[Oxford m/z (charge) %

A2G2 663.04 (4+)| 64
910.39 (3+)

A3G3 77434 (4+)| 16




