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Supplementary Table S1. List of NTHi strains used in investigation of SSRs in the promoter

regions of hmwlA, hmwiC, hmw2A, hmw2C. Genbank accessed 6 August 2019.

Strain

Genbank accession

(Nucleotide)

Gene

GenBank accession

(Protein)

R2846/12

CP002276.1

hmwlA

ADO96128.1

hmwlC

ADO96126.1

hmw2A4

ADO96470.1

hmw2C

ADO96472.1

86-028NP

CP000057.2

hmwlA

AAX88733.1

hmwlC

AAX88735.1

hmw2A4

AAX88269.1

hmw2C

AAX88267.1

2019

CP008740.1

hmwlA

hmwliC

hmw2A4

hmw2C

AKA47280.1

AKA47278.1

AKA47663.1

AKA47665.1

NCTC8143

LN831035.1

hmwlA

CKHO04147.1

hmwliC

CKH04095.1

hmw2A4

CKH14369.1

hmw2C

CKH14421.1

PittEE

CP000671.1

hmwlA

ABQ98149.1

hmwliC

ABQ98147.1

hmw2A4

ABQ98487.1

hmw2C

ABQ98489.1
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Supplementary Table S2. Measurement of site-specific glycan occupancy in HMW1A with
HMW1C abundance fixed with 0.2% arabinose and HMW 1A abundance altered with varying
concentrations of IPTG (0.05-1 mM). Asn residues in sequons are indicated in bold.

Peptide 1 0.5 0.2 0.1 0.05
QFNIDQNEMVQFLQENN 20NSAVFNR 0.00% 0.00% 0.00%  0.00%  0.00%
Nis:FTFEQTK 0.00% 0.00% 0.00%  0.00%  0.00%
EWLLDPDN44:VSINAETAGR 0.00% 0.00% 0.00%  0.00%  0.00%
SN4ss TSEDDEYTGSGNSASTPK 0.00% 0.00% 0.00%  0.00%  0.00%
TTLTNass TTLESILK 8.38% 10.27% 18.94% 47.81% 78.44%
GTFVNussITANQR 16.98% 19.61% 32.54% 60.19% 93.02%
GANssLTIYSGGWVDVHK 16.87% 21.82% 33.74% 63.67% 61.86%
FEGTLNe:sISGK 30.77% 31.06% 45.81% 79.32% 60.01%
VNs2ISMVLPK 0.00% 0.00% 0.00%  0.00%  0.00%
YFN7735VSTGSSLR 6.66%  8.67% 17.22% 50.07% 68.78%
AITNy 1, FTFNVGGLFDNK 5.06% 4.23% 7.71% 14.07% 26.81%
TIHSGNoaITNK 17.15% 20.74% 32.01% 63.32% 67.31%
AGVDGENSDSDATNNAN 102sL TIK 17.28% 17.73% 31.02% 63.80% 75.42%
LTQDLN 04ISGFNK 12.17% 13.73% 22.90% 50.39% 50.27%
VETSGSNN1107/NTEDSSDNNAGLTIDAK 0.00% 0.00% 0.00%  0.00%  0.00%
GSNIN136ATSGTLVINAK 1.09%  1.36%  3.54%  9.25% 11.76%
VN 1412l TGDLITINGLNIISK 0.00% 0.00% 0.00%  0.00%  0.00%
FIEPN 14 NTITVDTQNEFATR 0.00%  0.00% 0.00%  0.00%  0.00%

Supplementary Table S3. Measurement of site-specific glycan occupancy in HMW1A with
HMW1A abundance fixed with 0.1 mM IPTG and HMW 1C abundance altered with varying
concentrations of arabinose (0.00002-2%). Asn residues in sequons are indicated in bold.

Peptide 2 0.2 0.02 0.002  0.0002 0.00002
QFNIDQNEMVQFLQENN120NSAVFNR 0.00%  0.00%  0.00%  0.00%  0.00%  0.00%
NissFTFEQTK 0.00%  0.00%  0.00%  0.00%  0.00%  0.00%
EWLLDPDN44VSINAETAGR 0.00%  0.00%  0.00%  0.00%  0.00%  0.00%
SN4s6 TSEDDEYTGSGNSASTPK 0.00%  0.00%  0.00%  0.00%  0.00%  0.00%
TTLTNss« TTLESILK 72.85% 73.99% 47.22%  7.23%  2.60%  2.39%
GTFVN4sITANQR 86.67% 80.54% 65.31% 17.61% 9.21%  0.40%
GANs46LTIYSGGWVDVHK 88.53% 89.99% 74.04% 25.09% 13.58% 11.13%
FEGTLNGe36ISGK 83.79% 85.73% 70.71% 20.28%  8.34%  7.60%
VNs2ISMVLPK 0.00%  0.00%  0.00%  0.00%  0.00%  0.00%
YFN773VSTGSSLR 78.62% 79.21% 51.58%  899%  3.31%  2.90%
AITNoi2FTFNVGGLFDNK 17.86% 13.95% 18.47%  7.45% 4.66%  3.23%
TIHSGNos I TNK 79.22% 80.97% 62.16% 16.32%  6.23%  5.56%
AGVDGENSDSDATNNAN: 020l TIK 83.08% 84.97% 60.45% 11.96%  5.05%  4.66%
LTQDLN1044ISGFNK 68.36% 82.76% 48.45% 10.58%  5.89%  5.06%
VETSGSNN11o7NTEDSSDNNAGLTIDAK 0.00%  0.00%  0.00%  0.00%  0.00%  0.00%
GSNIN136sATSGTLVINAK 16.15% 16.62%  7.10% 0.71%  0.17%  0.11%
VNi412ITGDLITINGLNIISK 0.00%  0.00%  0.00%  0.00%  0.00%  0.00%
FIEPN 49 NTITVDTQNEFATR 0.00%  0.00%  0.00%  0.00%  0.00%  0.00%
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Supplementary Figure S1. MS/MS peptide identification of TTLTN[+162.053]TTLESILK
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Supplementary Figure S3. MS/MS peptide identification of [YVNSSIN[+486.159]LSNGSLTLWSEGR. Site assignment of hexose-Asn is
ambiguous, and assigned in Table 2 based on the presence of glycosylation sequons.
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Supplementary Figure S4. MS/MS peptide identification of GAN[+162.053]LTIYSGGWVDVHK



@ File Configure Window Help [=]&][x]

Protein ID Features

Workflow Tasks @ Spectra Summary Statistics
Protins etected 2

LC...

Unused
211.07|
114.09

Total
211.07
114.09

% Cov (95)
771
793

Peptides(95%) Accession # Gene Ont ~
=)

hmw1A
hmw1B

hmw1A
hmw1B

Spot-Based (MS only)...

62.31 62.31 845 sp|POCE48|EFTU2_ECOLI Elongation factor Tu2 OS=Escherichia coli (strain K12) OX=83333 GN=tufB PE=1SV=1
Spot-Based (MS and MS/MS)...
673 0.1 62.17 845 99| sp|POCE47|EFTU1_ECOLI Elongation factor Tu10: coli (strain K12) OX=83333 GN=tufA PE=1 SV=1 ECOLI
View 7| 8721| 8721 785 93| sp|POAG67|RS1_ECOLI 305 ribosomal protein 51 OS=Escherichia coli (strain K12) OX=83333 GN=rpsA PE=1 V=1 ECOLI
86.09| 86.15 75.4 hmw1C hmw1C
Analysis Log... 9271 @297 A9 7 SnIPDAFGRIONPT_FCOI | Punwat OS=Fscherichia coli (strain K12) 0X=R3333 GN=aceF PF=1 QU=
Result...

I~ Remove Redundancy (@)

Export Protein Group 1 - hmw1A

Peptide Summary... Proteins in Group Peptides in Group

N_[unused| Total | Conf © Protein Modificati... Cleavages AMass Obs MW 2| sc Spects Type -
Distinct Peptide Summary... 1| 211.07] 211,07 hmwiA 99| FEGTLNISGK 0.0042 10645544 2| 11| 2.4.1.875.11 Winner
) 99| FEGTLNISGK 0.0042 1064.5544| 2| 11| 21.1.878.12 Winner =)
Protein Summary...
99| FEGTLNISGK Hex(N)@6 Hex(N)@635 ~0.0059 1226.5970| 2| 10| 2.1.1.852.16 Winner
Spectrum Summary... 99| FEGTLNISGK Hex(N)@6 Hex(N)@635 0.0019 1226.6051| 2| 12| 1.1.1.845.47 Winner
55| FEGTLNISCK. Hex(N)@6 Hex(N) @636 6.0015 1326.6061) 2| 15| 1.1.1.642.16 Winner
MGF Peaklist(s)... 99| FEGTLNISGK Hex(N)@6 Hex(N)@636 0.0019 1226.6051| 2| ©|1.1.1.848.17 Winner
99| FEGTLNISGK Hex(N)@6 0.0019 1226.6051| 2| 16| 1.1.1.840.16 Winner
mzidentML... ) Hex(N)@6 Hex(N)@636 1226.6051| 2| 14]1.1.1.839.18 Winner
Features...

Fragmentation Evidence

[FEGTLN[Hex)ISGK

Residue

b y y+2
148.0757 1227.6103 614.3088
277.1183| 1080.5419| 540.7746 3200
334.1397| 951.4993| 476.2533 3000
4351874 894.4779| 4477426
548.2715| 793.4302| 397.2187
824.3672 680.3461 340.6767
937.4513| 404.2504| 202.6288
10244833 291.1663| 145.0868
10815048 204.1343[ 1025708
1209.5998 147.1128 74.0800

1

HEIRIGIE]

789,

228.14) 40425 53328
108p.54
. 2de15 33414 wohe 127 (55029 o) 9935 e 790.43 s94.43 rossts 1065 o0
55.20 73243 | 744 I N
N Wl il iiabinal Uidatbod I‘d bbbt Tk 1| eeaz Ll | L jdld 2

400 500

Supplementary Figure S5. MS/MS peptide identification of FEGTLN[+162.053]ISGK
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Supplementary Figure S6. MS/MS peptide identification of YFN[+162.053]VSTGSSLR
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Supplementary Figure S7. MS/MS peptide identification of DLTLN[+162.053]ATGGNITLLQVEGTDGMIGK
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Supplementary Figure S8. MS/MS peptide identification of NITFEGGN][+162.053]ITFGSR
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Supplementary Figure S9. MS/MS peptide identification of AITN[+162.053]FTFNVGGLFDNK
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Supplementary Figure S10. MS/MS peptide identification of NLSITTN|[+162.053]SSSTYR
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N |Unused| Total | % Cov(95) Peptides(95%)

Accession #

Workflow Tasks m Protein ID Features Spectra Summary Statistics
Protens Detected 2
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Gene Ont +
=
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673 0.11 6217 845 99| sp|POCE47|EFTU1_ECOLI g 1 factor Tu1 O coli (strain K12) OX=83333 GN=tufA PE=1SV=1 ECOLI
View 7 87.21 87.21 785 93| sp|POAGE7|RS1_ECOLI 30Sribosomal protein S1 0S=Escherichia coli (strain K12) OX=83333 GN=rpsA PE=1 SV=1 ECOLI
86.09| 86.15 75.4 hmwiC hmwiC
Analysis Log... 2271 9227 697 SnIPNAFGRIONPT_FCOI | P ~F1 0S=] arichia coli (strain K12) OX=R3333 GN=areF PF=1 V=)
Result...

Protein Group 1 - hmw1A

™ Remove Redundancy [=]

Peptide Summary... Proteins in Group

Peptides in Group

N [Unused| Total | Conf © Protein Modificati... Cleavages AMass Obs MW z [ sc Spectrum Type -

Distinct Peptide Summary... 1| 211.07] 211.07) hmw1A 99| TITSGNITNK Hex(N)@6 ~0.0083 12216400] 2| 11| 24.1.794.47 Winner

Protein Summary.. 99| TITSGNITNK Hex(N)@6 Hex(N)@9%64 -0.0053 12216400 2| 12| 24479716 Winner
99| TITSGNITNK 0.0010 1050.5935| 2| 8| 1.4.1.801.14 Winner

Spectrum Summary... 55 TITSGNITNK Hex(N) @b Hex(N) @964 00026 1331.6476| 2| 14| 14478347 Winner
99| TIISGNITNK Hex(N)@6 Hex(N)@964 0.0026 1221.6478| 2| 13| 14478147 Winner

MGF Peaklist(s)... 99 TIISGNITNK Hex(N)@6 Hex(N)@964 0.0026 12216478| 2| 12| 1.4.4.786.47 Winner
99| TITSGNITNK Hex(N)@6 Hex(N)@9%4 0.0026 12216478 2| 9]1.4.4.789.47 Winner

mzidentML... 99| TIISGNITNK Hex(N)@6 Hex(N)@964 1221.6400| 2 2.1.1.804.14 Winner

| TLISGNITNK
Features...
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Supplementary Figure S11. MS/MS peptide identification of TIISGN[+162.053]ITNK
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Elongation factor Tu2 OS=Escherichia coli (strain K12) 0X=83333 GN=tufB PE=1SV=1
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Elongation factor Tu 1 OS=Escherichia coli (strain K12) 0X=83333 GN=tufA PE=1 SV=1
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hmwiC
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SnIPDAFGRIONPT _FCOI L
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05= ichia coli (strain K12) 0X=83333 GN=aceF PF=1 SU=)

Protein Group 1 - hmw1A

™ Remove Redundancy (&)

Proteins in Group

Peptides in Group

N_[unused| Total | Conf © Sequence Modifications. Protein Modificati... Cleavages AMass Obs MW 2 sc Spectrum Type
1| 211.07] 211.07) hmwiA 99| NGDLNITNEGSDTEMDIGGDVSQK Delta:H(2)C(2)@N-term | Methyl(D)@971 ~0.0009 2661.1541| 3| 21| 2.4.4.1080.21 Winner
99| NGDLNITNEGSDTEMDIGGDVSQK Deamidated(N)@5 ~0.0008 26224074| 3| 20| 24.1.1073.21 Winner
99| NGDLNITNEGSDTEMDIGGDVSQK Deamidated(N)@1 ~0.0008 25224074 3| 22| 24.1.1067.20 Winner
99| NGDLNI TNEGSDTEMOIGGDVSQK Deamidated(N)@1 -0.0008 2522.1074| 3| 27| 2.1.1.1068.21 Winner
55| NGDLNI TNE GSDTEMJTGGDVSQK Hex(N)@5. Hex(N) @573 6.0150] 2683.1958| 3 Winner
99| NGDLNI TNE GSDTEMOIGGDVSQK Hex(N)@8 Hex(N)@976 0.0190 2683.1958| 3 Winner
99| NGDLNITNEGSDTEMDIGGDVSQK Delta:HZICI@N-term | Methyl(D)@971 ~0.0009 2661.1541| 3| 18| 2.4.1.1083.49 Winner
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Supplementary Figure S12. MS/MS peptide identification of NGDLN[+162.053]ITNEGSDTEMQIGGDVSQK
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6231 62.31 845 sp|POCE48|EFTU2_ECOLI gation factor Tu2 O: coli (strain K12) OX=83333 GN=tufB PE=1 SV=1 ECOLI
Spot-Based (MS and MS/MS)...
673 011 6217 845 99| sp|POCE47|EFTU1_ECOLI Elongation factor Tu1 OS=Escherichia coli (strain K12) OX=83333 GN=tufA PE=1 SV=1 ECOLI
View 7| 8721 87.21 785 93| sp|POAGE7|RS1_ECOLI 30Sribosomal protein S1 0S=Escherichia coli (strain K12) OX=83333 GN=rpsA PE=1 SV=1 ECOLI
86.09| 86.15 75.4 hmw1C hmwi1C
Analysis Log... 9227 9297 897 SnIPDAFGRIONPT FCOI | Pur 08<f - cali (strain K12) 0X=R3333 GN=aceF PF=1 V=)
Result...

Export Protein Group 1 - hmw1A ™ Remove Redundancy (=]

Peptide Summary... Proteins in Group Peptides in Group

N [unused| Total | Contrib | Conf © Sequence Modifications Protein Modificati... Cleavages AMass Obs MW 2| sc Spectrum Type B
Distinct Peptide Summary... 1| 21107 211.07[ hmwiA 0.00 99| AGVDGENSD SDATNNANLTIK Hex(N)@15 Hex(N)@1027 0.0047 2266.9990| 3| 17| 2.1.1.819.19 Winner =
Protein Summary.. 99| AGVDGENSDSDATNNANLTIK Hex(N)@17 Hex(N)@1029 ~0.0047 22669990 3| 23| 24.1.816.16 Winner
99| AGVDGENSD SDATNNANLTIK Hex(N)@17 Hex(N)@1029 -0.0047 2266.9990| 3| 17| 2.1.1.819.19 Winner
Spectrum Summary... 99| AGVDGENSD SDATNNANLTIK Hex(N)@17 Hex(N)@1029 ~0.0047 22669990 3| 19| 24481347 Winner
55 TIK Hex(N)@17 Hex(N)@1029 75,0047 32669980 3| 26| 21.1.814.20 Winner
MGF Peaklist(s)... 99| AGVDGENSDSDATNNANLTIK 0.0114 2104.9624| 3| 16| 21.1.836.21 Winner
99| AGVDGENSD SDATNNANLTIK 0.0114 2104.9624| 3| 23| 2.1.1.824.18 Winner
mzidentML... 99| AGVDGENSDSDATNNANLTIK Hex(N)@17 Hex(N)@1029 2266.9954| 2| 17| 21181621 Winner
(ASUDGERSDSDATHNAN.
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Fragmentation Evidence
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b y y+2

72.0444] 2268.0110| 11345091 280
129.0659| 2196.9739] 1098.9906 b2
228.1343| 2139.9524| 1070.4798 - 1047 .40
343.1612| 2040.8840| 1020.9456
400.1827| 1925.8570| 9634322
529.2263| 1868.8356) 934.9214
643.2682| 1739.7930 870.4001
730.3002| 1625.7501 813.3787
8453272 1533.7180| 769.8627
932.3592| 14236911| 712.3492
1047.3861| 1336.6591| 668.8332
1118.4233| 1221.6321 611.3197
12194709 1150.5950| 575.8011
13335139| 1049.5473| 56262773
14475568| 9355044 458.2558

14711 ) 1 & 1 1151
A 1518.5939| 8214615 4112344 0 ‘ 2% RN N T A pragr 1050 SO 120145
NiHex) NSNS INNORERE| 3757153 187.15 430.15 71328 97152 121e.48
L 1907.7737|  4743286| 237.6679 Y
T 2008.8214| 361.2445] 181.1259 7807 133349 144666 172971

1436.50

1395.66 1625.76 /1672 71

2121.9085
2250.0004

260.1969
1471128

130.6021
74.0800

Friday, 2 August 2019

Supplementary Figure S13. MS/MS peptide identification of AGVDGENSDSDATNNAN[+162.053]LTIK
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™ Remove Redundancy [=]
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Peptides in Group

N [unused| Total | Contrib | Conf © Protein Cleavages AMass Obs MW 2| sc Spectrum Type
1| 21107 211.07] hmwiA 0.00 99| LTQDLNISGENK ~0.0018 1348.6969| 2| 9] 2.1.1.1018.07 Winner
0.00 99| LTQDLNISGENK ~0.0018 1348.6969| 2| 18| 2.1.1.998.16 Winner
0.00 99| LTQD LNISGENK Hex(N)@6 Hex(N)@1044 -0.0033 1510.7482| 3| 7|21.1.994.7 Winner
0.00 99| LTQD LNISGENK Hex(N)@6 Hex(N)@1044 ~0.0051 1510.7465| 2| 11| 2.1.1.996.18 Winner
6,00 99| LTQDLNISGENK Hex(N)@6 Hex(N)@1044 70,6051 1510.7465 2| 20| 21.1.686.19 Winner
0.00 99| LTQDLNISGENK Hex(N)@6 Hex(N)@1044 ~0.0051 1510.7465| 2| 15| 2.1.1.993.21 Winner
0.00 99| LTQD LNISGENK Hex(N)@6 Hex(N)@1044 ~0.0033 1510.7482| 3| 10| 21.1.991.5 Winner
0.00 99| LTOD LNISGENK Hex(N)@6 Hex(N)@1044 1510.7465| 2| 16| 2.1.1.987.19 Winner
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Proteins Detected =
LC- N _|Unused| Total | % Cov(95) Peptides(95%) v Accession # Name Species Gene Ont ~
1| 21107 21107 771 423 hmwiA hmwiA i
Spot-Based (MS only)... 4| 11400] 11409 793 184] hmw1B hmwiB
13| 6231 6231 845 99 sp|POCE48EFTU2_ECOLI Elongation factor Tu2 OS=Escherichia coli (strain K12) OX=33333 GN=tufB PE=1 SV=1 ECOLI L
Spot-Based (MS and MS/MS)... i = ] =
=
Analysis Log... Protein Group 1 - hmw1A ™ Remove Redundancy E
Result... Proteins in Group Peptides in Group
N_[unused| Total | Conf © Sequence Modifications. Protein Modificati... Cleavages AMass Obs MW 2 sc Spectrum Type -
1 99| GOVNLSAQDGSVAGSINAANVTLN cleaved N-T@C-term 0.0011 2299.1418| 3| 13| 24.1.1163.14 Winner =i
Peptide Summary... 99| GOVN LSAQDGSVAGSINAANVTLNTTGT LTTVK Hex(N)@20 Hex(N)@1348 ~0.0403 3363.6594| 3| 31| 24.1.1236.7 Winner
99| GOVNLSAODGSVAGSINAANVTLNTTGT LTTVK Hex(N)@20 Hex(N)@1348 -0.0403 3363.6594| 3| 34] 2.1.1.1233.18 Winner ;
Distinct Peptide Summary... lund ‘ L I
Protein Summary... Fragmentation Evidence
Spectrum Summary... [GaVNLSAQDGSVAGSINAANIHEXVTLNTTGTLTTVK
MGF Peaklist(s)... Residue b y y+2
G 55.0287| 3364.7078| 1682.8575 " v v va v vl 7 5 , v10 " V2 v13 el sl vhe
mzidentML... Q 186.0873| 3307.6863| 1654.3468 110 b2 b3 b5 b5| b7 b8 b9 y21+2| b13|  b13| b14 bi5 b16 b17| |b18| |b1s
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L 512.2827| 20665164| 1483.7619 1eo
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s 1371.6499| 20810972 1041.0522 =80
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N 1598.7769| 1880.9511| 940.9942 = 34724 71943
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T 25452376 921.6251| 4612662 g | 2 38217 8533 6531 (o[ 40\ 11308 120941 133011 e 596.81
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Supplementary Figure S15. MS/MS peptide identification of GQVNLSAQDGSVAGSINAAN[+162.05S3]VTLNTTGTLTTVK



File Configure Window Help [-][&]x

Workflow Tasks @ Protein ID Features Spectra Summary Statistics
Proteins Detected =
Lc- N |Unused| Total | % Cov (95) Peptides(95%) v Accession # Name Species Gene Ont ~
1| 2107 21107 771 23| hmwiA hmwiA =
Spot-Based (WS only).. 4| 11400 11409 793 184 hmw1B hmw1B
13| 6231 6231 845 99| sp|POCE48|EFTUZ_ECOLI Elongation factor Tu2 0! ichia coli (strain K12) OX=33333 GN=tufB PE=1 SV=1 ECoLI 8
Spot-Based (MS and MS/MS)...
< m ] >
View
Analysis Log... Protein Group 1 - hmw1A I~ Remove Redundancy (@)
Result... Proteins in Group Peptides in Group
N_[Unused| Total | Conf © Protein Modificati... Cleavages AMass Obs MW 2| sc Spects Type -
1] 211.07] 211.07) hmwiA 99| GSNINATSGTLVINAK -0.0009 1558.8307| 3| 18] 2.1.1.919.11 Winner
Peptide Summary.. 99| GSNINATSGTLVINAK 20,0173 15688143 2| 15| 2.1.1.932.20 Winner
99| GSNINATSGTLVINAK Hex(N)@5 Hex(N)@1366 ~0.0038 17208805 2| 21| 1.1.1.888.21 Winner
Distinct Peptide Summary... 99| GSNINATSGTLVINAK ~0.0026 15688289 2| 20| 1.1.1.907.20 Winner =
99| GSNINATSGTLVINAK Hex(N)@5 Hex(N)@1366 -0.0038 1720.8805| 2| 16| 1.1.1.890.20 Winner
Protein Summary... 55| GSNINATSGTLVINAK Hex(N)@5 Hex(N)@1366 70,0036 1720.6805| 2| 23] 1.4.1.887.21 Winner
99| GSNINATSGTLVINAK -0.0012 1568.8303| 2| 17| 2.1.1.936.21 Winner
Spectrum Summary... 99| GSNINATSGTLVINAK -0.0026 1558.8289 | 2| 27 1.1.1.899.21 Winner
99| GSNINATSGTLVINAK ~0.0035 1558.8279| 3| 19| 1.1.1.900.9 Winner
MGF Peaklisi(s)... 99| GSNINATSGTLVINAK 0.0018 1558.8335| 2| 10 2.1.1.938.20 Winner
— 99| GSNINATSGTLVINAK ~0.0026 1568.8289| 2| 26| 1.1.1.898.21 Winner
99| GSNINATSGTLVINAK ~0.0026 15588289 2| 24| 1.1.1.904.18 Winner
Ceatures.. 99| GSNINATSGTLVINAK -0.0026 15688280 2| 27 1.1.1.901.20 Winner Z
<« [ » i )

Fragmentation Evidence

[GSNINHex)ATSGTLVINAK

Residue b y y+2
G 58.0287| 1721.8916 861.4494 y1 y2 y3 y4 y5. y y7 ¥8 ¥9 y10 y11 y12 y13
s 145.0808| 1664.8701( 832.9387 1100 b3 b4 b5 b8| y14+2 [byfi6+2| by b11 b12 b13| b15
N 259.1037| 1577.8381| 789.4227 86145
| 372.1878| 1463.7952| 7324012 1000
N[Hex] 6482835 1350.7111| 675859
A 719.3206| 1074.6154| 537.3113 %00
T 820.3683| 1003.5782| 5022928 300
s 907.4003| 902.5306 451.7689
G 964.4218| 815.4985| 408.2529 700
T 1065.4695| 7584771| 379.7422 z 100558
L 1178.5635| 657.4204| 3292183 |
v 12776220 5443453 2726763 = 00 44528
| 13907060 4452769 2231421
N 15047459 | 3324928| 166.6001 400 33219 902153 10761
A 1575.7861| 218.1499| 1095756 sedas 138071
K 1703.8810|  147.4128|  74.0600 300 3ba19 B1550
1158.65
200
a1 s557.27 64108 758(48 18082 | oo |,
" Il flolsllzil Il |II] L1 I| I lm37 o 45\Il Lo LT :1I7052h 1) |1T3|DSS|/ 12519|G1| 125p7E M 155035 171675\
0 I‘I lll\l . I Lnn II 1
100 200 300 400 500 600 700 800 93?2 o 1000 1100 1200 1300 1400 1500 1600 1700

Supplementary Figure S16. MS/MS peptide identification of GSNIN[+162.053]ATSGTLVINAK
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Supplementary Figure S17. MS/MS peptide identification of DAELNGAALGNHTVVN[+162.053]ATNANGSGSVIATTSSR
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Supplementary Figure S18. MS/MS peptide identification of DAELNGAALGNHTVVN|[+486.159]ATNANGSGSVIATTSSR. Site
assignment of hexose-Asn is ambiguous, and assigned in Table 2 based on the presence of glycosylation sequons.

S-20



Sequence
JPred Prediction

Sequence
JPred Prediction

Sequence
JPred Prediction

Sequence
JPred Prediction

Sequence
JPred Prediction

Sequence
JPred Prediction

Sequence
JPred Prediction

Sequence
JPred Prediction

Sequence
JPred Prediction

1 50
MNKIYRLKFSKRLNALVAVSELARGCDHSTEKGSEKPARMKVRHLALKPL

—--EEEEEE-—-—- EEEEEEE———— e HHHHHHHH
51 100
SAMLLSLGVTSIPQSVLASGLQGMDVVHGTATMQVDGNKTIIRNSVDAII
HHHHHHHH- === EEE
101 150
NWKQFNIDONEMVQFLQENNNSAVFNRVTSNQISQLKGILDSNGQVFLIN
Eeem——— EEEEEE-—-—-—- EEEEEEE-————— EEEEEEE---EEEEE-
151 200
PNGITIGKDAIINTNGFTASTLDISNENIKARNFTFEQTKDKALAEIVNH
—=-EEE-==-- E-mee- EEE-=—=——————— EE-=—=————— EEE--
201 250
GLITVGKDGSVNLIGGKVKNEGVISVNGGSISLLAGQKITISDIINPTIT
—————————— EEEE--------EEE-----EEEE----EEE--=--e-u--
251 300
YSTAAPENEAVNLGDIFAKGGNINVRAATIRNQGKLSADSVSKDKSGNIV
EEE-———————————— E-—m— EEE-———————- EEE-—————————- EE
301 350
LSAKEGEAEIGGVISAQNQQAKGGKLMITGDKVTLKTGAVIDLSGKEGGE
EE---EEEEE-=———eee——— EEEEE---EEE----EEEE-——=—=—-— E
351 400
TYLGGDERGEGKNGIQLAKKTSLEKGSTINVSGKEKGGRAIVWGDIALID
EEEE-=--mmmm e EEE----—mm e EEE-=——- EEE-
401 441
GNINAQGSGDIAKTGGFVETSGHDLFIKDNAIVDAKEWLLD
——EEEE-==——e———m EEEEE-=-EEE-==-F—-———eee—e——

Supplementary Figure S19. Secondary structure prediction of HMW1A signal peptide
and pro-piece domains using JPred (61).

S-21



Supplementary Figure S20. Secondary structure prediction of mature HMW1A using

JPred (61).
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