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Figure S1. Multiple sequence alignment of rBoNT/FA(0)-his, mrBoNT/FA(0)-his, and mrBoNT/FA-

his. Positions of the E227Q and H230Y catalytic site inactivating mutations, the S429 to L437 activation 

loop substitution, and C-terminal ten-histidine affinity tag, are boxed in grey. 
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Figure S2. Primary amino acid sequence of mrBoNT/FA-his. Light chain, LC/FA, amino acids shown in 

black. Substituted BoNT/F1 activation loop amino acids shown underlined. Translocation domain, 

HN/FA, amino acids shown in grey italic. Unknown function, HCN/FA, amino acids shown in black italic. 

Receptor binding domain, HCC/FA, amino acids shown in bold black italic. Affinity tag (His10), amino acids 

shown in grey. 

 

Figure S3. SNARE cleavage in rat cortical neurons panel (A) shows Western blot analysis of full-

length and cleaved VAMP-2 from rat cortical neurons treated with nBoNT/F1 or mrBoNT/FA-his for 

24 hours. Panel (B) shows Western blot analysis of full-length and cleaved VAMP-2 from rat cortical 

neurons treated with a concentration range of mrBoNT/FA-his for 24 hours. Panel (C) shows Western 

blot analysis of full-length and cleaved SNAP-25 from rat cortical neurons treated with a 

concentration range of nBoNT/A1 for 24 hours. 


