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My observations are based on information presented in the article “Novel LC‐MS2 
Product Dependent Parallel Data Acquisition Function and Data Analysis Workflow for 
Sequencing and Identification of Intact Glycopeptides.”  written by Sz‐Wei Wu, Tsung‐
Hsien Pu, Rosa Viner, and Kay‐Hooi Khoo, published in Anal Chem. 2014 Jun 
3;86(11):5478‐86. doi: 10.1021/ac500945m, and raw data associated with it.3;86(11):5478 86. doi: 10.1021/ac500945m, and raw data associated with it.

Supplementary Figures S1‐S22pp y g

brought to you by 
C

O
R

E
V

iew
 m

etadata, citation and sim
ilar papers at core.ac.uk

provided by R
epository of the A

cadem
y's Library

https://core.ac.uk/display/42932998?utm_source=pdf&utm_medium=banner&utm_campaign=pdf-decoration-v1


Copied from 
“Novel LC‐MS2 Product Dependent Parallel Data Acquisition Function
and Data Analysis Workflow for Sequencing and Identification of Intact Glycopeptides ” written by Sz‐Wei Wu

Figure S1

and Data Analysis Workflow for Sequencing and Identification of Intact Glycopeptides.  written by Sz‐Wei Wu, 
Tsung‐Hsien Pu, Rosa Viner, and Kay‐Hooi Khoo.

Anal Chem. 2014 Jun 3;86(11):5478‐86. doi: 10.1021/ac500945m.



Copied from 

Figure S2

p

“Novel LC‐MS2 Product Dependent 
Parallel Data Acquisition Function
and Data Analysis Workflow for 
Sequencing and Identification of IntactSequencing and Identification of Intact 
Glycopeptides.” written by Sz‐Wei Wu, 
Tsung‐Hsien Pu, Rosa Viner, and Kay‐
Hooi Khoo.

Anal Chem. 2014 Jun 3;86(11):5478‐86. 
doi: 10.1021/ac500945m.

I believe this precursor was a 
heterodimer of Man6 & Man7:
2+ ions at m/z 1640 and 1721
See Table 1, Figures 1 and 2



C276 H450 N52 O135 S2 (+5H+)

Calculated isotope distribution 

Figure S3

Isotope 
N b m/z  Percent 

T t l
Percent

M i

for the Man6‐Man7 heterodimer,
Shown in Figures 1 and 2, and in Figure S2

Number Total  Maximum 
0  1344.39502 2.33 12.79 
1  1344.59563 7.96 43.67 
2  1344.79620 14.40 79.00 
3  1344.99673 18.23 100.00 
4  1345.19724 18.05 99.01 
5  1345.39773 14.83 81.38 
6  1345.59821 10.50 57.62 
7  1345.79867 6.57 36.03 
8 1345 99913 3 69 20 268  1345.99913 3.69 20.26 
9  1346.19959 1.89 10.38 
10  1346.40003 0.89 4.90 
11  1346.60048 0.39 2.15 
12  1346.80093 0.16 0.88 
13  1347.00138 0.06 0.34 
14  1347.20183 0.02 0.12 
15  1347.40232 0.01 0.04 
16  1347.60283 0.00 0.01 
17 1347.80333 0.00 0.0017  1347.80333 0.00 0.00 
18  1348.00344 0.00 0.00 
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“Novel LC‐MS2 Product Dependent 
Parallel Data Acquisition Function
and Data Analysis Workflow for 
Sequencing and Identification of IntactSequencing and Identification of Intact 
Glycopeptides.” written by Sz‐Wei Wu, 
Tsung‐Hsien Pu, Rosa Viner, and Kay‐
Hooi Khoo.

Anal Chem. 2014 Jun 3;86(11):5478‐86. 
doi: 10.1021/ac500945m.

I believe this precursor was a 
mixture of different 
heterodimers:
Man6 & Man7Man(42):
3+ ions at m/z 1040 and 1216; 
and Man7 & Man6Man(42): 3+ 
ions at m/z 1148 and 1161
See Table 1 



Zoom in on the upper mass region of the previous CID spectrum

Figure S5

Erik_sEGFR_HCDpdETDCID_130912194806 #8766 RT: 39.61 AV: 1 NL: 5.36E3
T: ITMS + c NSI d Full ms2 1385.82@cid30.00 [376.00-2000.00]
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Erik sEGFR HCDpdETDCID 130912194806 #8752 RT: 39.55 AV: 1 NL: 1.00E8

Figure S6

_ _ p _
T: FTMS + p NSI Full ms [300.00-2000.00]
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MS survey from which m/z 1385 was selected for MS/MS analysis – all major 
components were detected in the CID spectrum doubly and triply charged



Calculated* isotope distribution for 
the Man6‐Man7Man(42) 

C284 H462 N52 O141 S2 (+5H+)
Figure S7

& Man7‐Man6Man(42) heterodimers

Isotope 
Number m/z  Percent

Total 
Percent

Maximum 
0 1385 20770 2 10 11 660  1385.20770 2.10 11.66 
1  1385.40831 7.36 40.91 
2  1385.60888 13.66 75.93 
3  1385.80942 17.74 98.56 
4  1386.00993 18.00 100.00 
5  1386.21043 15.15 84.20 
6  1386.41091 10.99 61.05 
7  1386.61138 7.03 39.08 
8  1386.81184 4.05 22.49 
9  1387.01230 2.12 11.80 
10  1387.21275 1.03 5.70 
11  1387.41321 0.46 2.55 
12  1387.61365 0.19 1.07 
13  1387.81411 0.08 0.42 
14 1388 01457 0 03 0 1514  1388.01457 0.03 0.15 
15  1388.21505 0.01 0.05 
16  1388.41557 0.00 0.02 
17  1388.61617 0.00 0.00 
18  1388.81654 0.00 0.00  
 

*based on the monoisotopic masses and CID data I considered the +42 Da 
modification as acetylation of Man residues
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“Novel LC‐MS2 Product Dependent 
Parallel Data Acquisition Function
and Data Analysis Workflow for 
Sequencing and Identification of IntactSequencing and Identification of Intact 
Glycopeptides.” written by Sz‐Wei Wu, 
Tsung‐Hsien Pu, Rosa Viner, and Kay‐
Hooi Khoo.

Anal Chem. 2014 Jun 3;86(11):5478‐86. 
doi: 10.1021/ac500945m.

I believe this precursor was aI believe this precursor was a 
heterodimer:
Man5 & Man6Man(42):
2+ ions at m/z 1559 and 1742



Figure S9

Erik_sEGFR_HCDpdETDCID_130912194806 #8788 RT: 39.69 AV: 1 NL: 1.69E8
T: FTMS + p NSI Full ms [300.00-2000.00]
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MS survey from which m/z 1320 was selected for MS/MS



Calculated* isotope distribution for the
Man5 & Man6Man(42) dimer

C272 H442 N52 O131 S2 (+5H+)
Figure S10

Isotope 
Number m/z  Percent

Total 
Percent

Maximum 
0  1320.38657 2.46 13.33 
1  1320.58718 8.30 44.88 

Man5 & Man6Man(42) dimer

2  1320.78774 14.80 80.08 
3  1320.98827 18.49 100.00 
4  1321.18878 18.06 97.69 
5  1321.38927 14.65 79.23 
6 1321 58974 10 23 55 366  1321.58974 10.23 55.36 
7  1321.79021 6.32 34.16 
8  1321.99066 3.50 18.96 
9  1322.19111 1.77 9.59 
10  1322.39156 0.83 4.47 
11  1322.59200 0.36 1.93 
12  1322.79245 0.14 0.78 
13  1322.99290 0.05 0.29 
14  1323.19335 0.02 0.10 
15  1323.39384 0.01 0.03 
16  1323.59436 0.00 0.01 
17  1323.79500 0.00 0.00 
18  1323.99499 0.00 0.00  
 

*based on the monoisotopic masses and CID data I considered the +42 Da 
modification as acetylation of Man residues



Copied from 
“Novel LC MS2 Product Dependent Parallel Data Acquisition Function

Figure S11

Novel LC‐MS2 Product Dependent Parallel Data Acquisition Function
and Data Analysis Workflow for Sequencing and Identification of Intact Glycopeptides.” written by Sz‐Wei Wu, 
Tsung‐Hsien Pu, Rosa Viner, and Kay‐Hooi Khoo.

Anal Chem. 2014 Jun 3;86(11):5478‐86. doi: 10.1021/ac500945m.



CID of m/z 1294.1 listed in Table S1‐2 – explanation given with a 1569.8324 Da ‘defect’

Figure S12

Erik_sEGFR_HCDpdETDCID_130912194806 #8641 RT: 39.12 AV: 1 NL: 2.68E5
T: ITMS + c NSI d Full ms2 1294.10@cid30.00 [351.00-2000.00]
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Sequence positions are given according to P00533 of SwissProt data base



MS survey from which the m/z 1294 ion was selected for MS/MS; precursor ion in the insert

Figure S13

Erik_sEGFR_HCDpdETDCID_130912194806 #8632 RT: 39.07 AV: 1 NL: 1.53E8
T: FTMS + p NSI Full ms [300.00-2000.00]
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T: FTMS + p NSI Full ms [300.00-2000.00]
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Calculated isotope distribution for the 
peptide‐glycopeptide (Man8) heterodimer

C217 H351 N45 O97 S1 (+4H+)
Figure S14

Isotope 
Number m/z  Percent 

Total  
Percent

Maximum 
0  1293.84820 5.40 25.88 
1 1294 09896 14 54 69 65

peptide glycopeptide (Man8) heterodimer

1  1294.09896 14.54 69.65 
2  1294.34966 20.80 99.65 
3  1294.60033 20.87 100.00 
4  1294.85097 16.41 78.62 
5  1295.10159 10.72 51.38 
6  1295.35220 6.04 28.96 
7  1295.60280 3.01 14.42 
8  1295.85340 1.35 6.46 
9  1296.10398 0.55 2.64 
10 1296 35457 0 21 0 9910  1296.35457 0.21 0.99 
11  1296.60515 0.07 0.35 
12  1296.85575 0.02 0.11 
13  1297.10637 0.01 0.03 
14  1297.35702 0.00 0.01 
15  1297.60764 0.00 0.00 
16  1297.85977 0.00 0.00 
 



361N(GlcNAc2Man8)C(Carbamidomethyl)TSISGDLHILPVAFR377

HCD spectrum of 1294.1(4+)



Figure S15

Erik_sEGFR_HCDpdETDCID_130912194806 #8640 RT: 39.12 AV: 1 NL: 3.13E5
T FTMS + NSI d F ll 2 1294 10@h d35 00 [120 00 2000 00]

415TDLHAFENLEIIR427 The fragments clearly indicate the presence of both peptides

T: FTMS + p NSI d Full ms2 1294.10@hcd35.00 [120.00-2000.00]
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CID of m/z 1383.81 listed in Table S1‐2 – explanation given with a 3294.9784 Da mass ‘defect’

Figure S16

Erik_sEGFR_HCDpdETDCID_130912194806 #8550 RT: 38.74 AV: 1 NL: 6.31E3
T: ITMS + c NSI d Full ms2 1383.81@cid30.00 [375.00-2000.00]
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MS survey from which the m/z 1383 ion was selected for MS/MS; precursor ion in the insert

Figure S17

Erik_sEGFR_HCDpdETDCID_130912194806 #8544 RT: 38.71 AV: 1 NL: 5.87E7
T: FTMS + p NSI Full ms [300.00-2000.00]
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Calculated* isotope distribution for the Man7
homodimer or Man6‐Man8 heterodimer

C282 H460 N52 O142 S2 (+5H+)
Figure S18

Isotope 
Number m/z  Percent 

Total  
Percent

Maximum 
0  1383.20355 2.14 11.90 
1 1383 40416 7 46 41 48

homodimer or Man6 Man8 heterodimer

1  1383.40416 7.46 41.48 
2  1383.60473 13.78 76.59 
3  1383.80527 17.80 98.96 
4  1384.00578 17.99 100.00 
5  1384.20627 15.09 83.89 
6  1384.40675 10.91 60.63 
7  1384.60723 6.96 38.70 
8  1384.80769 4.00 22.21 
9  1385.00815 2.09 11.62 
10 1385.20860 1.01 5.6010  1385.20860 1.01 5.60 
11  1385.40905 0.45 2.51 
12  1385.60949 0.19 1.05 
13  1385.80995 0.07 0.41 
14  1386.01041 0.03 0.15 
15 1386 21088 0 01 0 0515  1386.21088 0.01 0.05 
16  1386.41141 0.00 0.01 
17  1386.61195 0.00 0.00 
18  1386.81252 0.00 0.00 
 

*the peptide is oxidized in these glycoforms



CID of m/z 1448.42 listed in Table S1‐2 – explanation given with a 3456.0684 Da mass ‘defect’

Figure S19

Erik_sEGFR_HCDpdETDCID_130912194806 #8529 RT: 38.65 AV: 1 NL: 6.19E3
F: ITMS + c NSI d Full ms2 1448.42@cid30.00 [393.00-2000.00]
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MS survey from which the m/z 4448 ion was selected for MS/MS; precursor ion in the insert

Figure S20

Erik_sEGFR_HCDpdETDCID_130912194806 #8520 RT: 38.60 AV: 1 NL: 3.95E7
T: FTMS + p NSI Full ms [300.00-2000.00]
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Calculated* isotope distribution for the Man8
homodimer and Man7‐Man9 heterodimer

C294 H480 N52 O152 S2 (+5H+)
Figure S21

Isotope 
Number m/z  Percent

Total 
Percent

Maximum 
0  1448.02468 1.82 10.23 
1 1448 22530 6 61 37 09

homodimer and Man7 Man9 heterodimer

1  1448.22530 6.61 37.09 
2  1448.42587 12.69 71.15 
3  1448.62641 17.01 95.41 
4  1448.82693 17.83 100.00 
5  1449.02743 15.50 86.96 
6  1449.22792 11.61 65.12 
7  1449.42840 7.68 43.05 
8  1449.62887 4.56 25.59 
9  1449.82933 2.47 13.86 
10 1450 02979 1 23 6 9210  1450.02979 1.23 6.92 
11  1450.23024 0.57 3.20 
12  1450.43070 0.25 1.39 
13  1450.63115 0.10 0.56 
14  1450.83161 0.04 0.21 
15  1451.03209 0.01 0.08 
16  1451.23261 0.00 0.02 
17  1451.43312 0.00 0.01 
18  1451.63379 0.00 0.00  
 

*the peptide is oxidized in these glycoforms


