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Figure S1. HPLC SEC of O:2[16kDa + 100kDa], O:2[16kDa], O:2[100kDa] (dRI profile), samples run on Tosoh  
TSK gel 3000 PWXL column 

 
Table S1: O:2 [16 kDa + 100 kDa] O-acetylation % after treatment with increasing concentration of ammonia from 
5 mM up to 1 M.  
 

 

 
Figure S2. Treatment of O:2 with increasing concentration of ammonia allowed to obtain partially de-O-
acetylated O:2. The graph reports the mathematical function, with 95% prediction interval, correlating the 
residual O:2 OAc level to ammonia concentration. 



 

 
Figure S3: Regression analysis OAc vs [Ammonia] (calculated with data in the range of 0-200 mM) 
 
 
 
 
 
 
 
 
Figure xx 
 
 
 
 
 
 
 
Figure S4: HPLC-SEC profiles (fluorescence emission ex280/em336) of O:2-CRM197 conjugates at different 
levels of O-acetylation. Samples run on Tosoh TSK gel 6000+5000 PW columns connected in series; eluent: 
0.1 M NaH2PO4, 0.1 M NaCl, 5% ACN, pH 7.2; flow rate: 0.5 mL/min.  
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Figure S5: SBA titers (mice). A) impact of the O:2 size; B) O:2/CRM197 w/w ratio, C) cross-linking 



 

Figure S6: regression for log(ELISA unit) of O:2[16 kDa + 100 kDa]-CRM197 conjugates in mice study 
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