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Supplementary Figures and Tables 

Supplementary Figure S1. The theoretical of intact N-glycopeptides of S protein derived from the 

digestion using trypsin (A) or Glu-C (B) alone or in combination (C). Red letter: N-glycosites; Green 

letter: trypsin cutting sites; Blue letter: Glu-C cutting sites; Underline: theoretical N-glycopeptides 

without missing cleavage sites. 

Supplementary Figure S2. The spectrum of intact N-glycopeptides with the ambiguously assigned 

N-glycosite (N1134). 

Supplementary Figure S3. Comparison of the spectra of the intact N-glycopeptide (N149) before (A) 

and after (B) enrichment. 

Supplementary Figure S4. Comparison of the spectra of intact N-glycopeptides (N709 and N717) 

after trypsin digestion (A) and Glu-C digestion (B). 

Supplementary Figure S5. Comparison of the spectra of intact N-glycopeptides (N709 and N717) (A) 

and deglycopeptides (B). 

Supplementary Figure S6. Comparison of the N-glycosites on the SARS-CoV-2 and SARS-CoV 

spike proteins. 

Supplementary Figure S7. Representative and high-quality spectra of intact N-glycopeptides and 

deglycosylated peptides. 

Supplementary Figure S8. Quantitative analysis of site-specific N-glycosylation of S protein 

expressed in insect cells (top 5 N-glycans). 

Supplementary Figure S9. Quantitative analysis of site-specific N-glycosylation of S protein 

expressed in human cells (top 5 N-glycans). 

Supplementary Figure S10. Microheterogeneity and macroheterogeneity of the N-linked 

glycopeptides of the S protein. 

Supplementary Figure S11. SDS-PAGE analysis of RBDs expressed in insect and human cells. 

Table S1. Glycoproteomic identification of the N-glycosites on recombinant SARS-CoV-2 S protein 

expressed in insect cells.  
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Table S2. Glycoproteomic identification of the N-glycosites on recombinant SARS-CoV-2 S protein 

expressed in human cells. 

Table S3. Site-specific N-glycosylation characterization of recombinant SARS-CoV-2 spike protein 

expressed in insect cells. 

Table S4. Site-specific N-glycosylation characterization of recombinant SARS-CoV-2 spike protein 

expressed in human cells. 

Table S5. Mutation frequency of SARS-CoV-2 spike protein. 

Table S6. Intact N-glycopeptides of the recombinant RBD of the SARS-CoV-2 spike protein. 

Table S7. A summary of N-glycans on SARS-CoV-2 spike protein expressed in insect and human 

cells 

Table S8. A detailed comparison of spike protein N-glycosylation among different studies 

Table S9. Quantitative analysis of recombinant SARS-CoV-2 spike proteins 
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Supplementary Figure S1. The theoretical of intact N-glycopeptides of S protein derived from the 

digestion using trypsin (A) or Glu-C (B) alone or in combination (C). Red letter: N-glycosites; Green 

letter: trypsin cutting sites; Blue letter: Glu-C cutting sites; Underline: theoretical N-glycopeptides 

without missing cleavage sites. 
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Supplementary Figure S2. The spectrum of intact N-glycopeptides with the ambiguously assigned 

N-glycosite (N1134). 
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Supplementary Figure S3. Comparison of the spectra of the intact N-glycopeptide (N149) before (A) 

and after (B) enrichment. 
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Supplementary Figure S4. Comparison of the spectra of intact N-glycopeptides (N709 and N717) 

after trypsin digestion (A) and Glu-C digestion (B). 
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Supplementary Figure S5. Comparison of the spectra of intact N-glycopeptides (N709 and N717) (A) 

and deglycopeptides (B). 
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Supplementary Figure S6. Comparison of the N-glycosites on the SARS-CoV-2 and SARS-CoV 

spike proteins. 
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Supplementary Figure S7. Representative and high-quality spectra of intact N-glycopeptides and 

deglycosylated peptides. 

Spectra of intact N-glycopeptides from recombinant SARS-CoV-2 spike proteins 

expressed in insect cells 
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Spectra of deglycosylated peptides from recombinant SARS-CoV-2 spike proteins 
expressed in insect cells 
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Spectra of intact N-glycopeptides from recombinant SARS-CoV-2 spike proteins 
expressed in human cells 
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Spectra of deglycosylated peptides from recombinant SARS-CoV-2 spike proteins 
expressed in human cells 
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Supplementary Figure S8. Quantitative analysis of site-specific N-glycosylation of S protein 

expressed in insect cells (top 5 N-glycans). 
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Supplementary Figure S9. Quantitative analysis of site-specific N-glycosylation of S protein 

expressed in human cells (top 5 N-glycans). 
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Supplementary Figure S10. Microheterogeneity and macroheterogeneity of the N-linked 

glycopeptides of the S protein. 
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Supplementary Figure S11. SDS-PAGE analysis of RBDs expressed in insect and human cells. 

 

 


