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Figure S1: Reconfirmation of N-glycosite on NNS499-501 

 

Figure S1. Reconfirmation of N-glycosite identification. The AAV8 batch is expressed 

purified, processed and analysed independently from the previous analysis. a) CID spectra 

of the 18O labelled glycopeptide b) CID spectra of nonglycosylated peptide in a single run. 

 

 

 

 

 



  
 

  
 

 

 

Figure S2: Tandem mass spectrometry of dominant 2AA labelled glycoforms in Lift mode 

 

 

 

 

 

 

 

 

 

 

 

 

 

Figure S2. Tandem mass spectrometry of glycoforms in MALDI-MS/MS.         

confirmation by MALDI-MS ‘Lift mode’.  
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Table S1. Detected N-glycoforms associated to secreted and intracellular AAV8 samples. 

The Major glycoforms are confirmed by MS/MS and minor species are identified by 

GlycoWorkbench and CFG database search. 

 

     Experimental    m/z Theoretical 

m/z) 

Structure  Composition Type 

No Secreted Intracellular 

1 1354.510 1354.458 1354.4789 
 

H5N2 High 

mannose 

2 1436.532 1436.587 1436.532 
 

H3N4 Complex 

3 1516.606 1516.618 1516.5317 
 

H6N2 High 

mannose 

4 1541.654 1541.576 1541.5631 
 

H4N3F1  Complex 

5 1558.431 1557.538 1557.5873 
 

H5N3 Hybrid 

6 1582.710 1582.658 1582.5872 
 

H3N4F1  Complex 

7 1597.537 1597.438 1598.5848 
 

H4N4 Complex 

8 1678.516 1679.583 1678.5846 
 

H7N2 High 

mannose 

9 ND 1686.738 1686.6009 
 

H4N3S1 complex 

10 1719.742 ND 1719.611 
 

H6N3 Hybrid 

11 1745.000 1744.814 1744.6427 
 

H3N4F1  Complex 

12 1760.959 1760.903 1760.6377 
 

H4N4 Complex 

13 1785.973 1785.924 1785.669 
 

H3N5F1  Complex 

14 1801.938 1801.882 1801.6642 
 

H4N5  Complex 

15 1833.035 1832.984 1832.5688 
 

H4N3S1F1  Complex 



  
 

  
 

16 1841.019 1841.849 1840.6304 
 

H8N2 High 

mannose 

17 1848.866 1848.956 1848.6537 
 

H5N3S1 Hybrid 

18 1865.875 ND 1865.669 
 

H6N3F1  Hybrid 

19 1881.924 ND 1881.664 
 

H7N3 Hybrid 

20 1890.984 ND 1889.680 
 

H4N4F1 Complex 

21 1907.067 1907.089 1906.696 
 

H5N4F1 Complex 

22 1948.124 1948.080 1947.722 
 

H4N5F1 Complex 

23 1989.172 1989.183 1988.749 
 

H3N6F1 Complex 

24 2003.070 2003.139 2002.690 
 

H9N2 High 

mannose 

25 2028.055 2027.958 2027.722 
 

H7N3F1  Hybrid 

26 2052.218 2053.157 2051.733 
 

H5N4S1 Complex 

27 2069.126 2069.191 2068.748 
 

H6N4F1 complex 

28 2092.760 2094.338 2092.760 
 

H4N5S1 Complex 

29 2110.275 2110.234 2109.775 
 

H5N5F1 Complex 

30 2198.400 2198.377 2197.791 
 

H5N4S1F1 complex 

31 2313.471 2313.569 2312.854 
 

H5N6F1 complex 

32 2401.631 2401.603 2400.870 
 

H5N5S1F1 Complex 

33 2475.764 2475.78 2474.907 
 

H6N6F1 Complex 

34 2489.599 2489.867 2488.886 
 

H5N4S2F1 Complex 

35 2530.676 2530.964 2529.913 
 

H4N5S2F1 Complex 

36 2563.931 2563.828 2562.923 
 

H6N5S1F1 Complex 

37 2604.750 2604.881 2603.950 
 

H5N6S1F1 complex 



  
 

  
 

38 2691.961 2693.006 2691.966 
 

H5N5S2F1 Complex 

39 2750.676 ND 2748.987 
 

H5N6S2 Complex 

40 2767.100 2767.024 2766.002 
 

H6N6F1S1 Complex 

41 2842.087 ND 2840.039 
 

H7N7F1 Complex 

42 2894.984 2895.584 2895.045   H5N6S2F1 Complex 

43 2930.047 2930.072 2928.055 
 

H7N6S1F1 Complex 

44 3098.125 3097.795 3098.124 
 

H5N7S2F1 Complex 

45 3132.698 3132.202 3131.132 
 

H7N7S1F1 Complex  

46 3185.324 3186.702 3186.141 
 

H5N6S3F1 Complex  

 

 

 


