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1. Kinetic study of NwLgtC against pNP-β-Lac and UDP-Gal 

 
 
 

 
 

 
 
 

Figure S1. Michaelis-Menten curves of UDP-Gal and pNP-β-Lac. 
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2. HRMS traces for the one-pot synthesis of UDP-Gal and analogues 
 

 
 

Figure S2. One-pot multienzyme synthesis of UDP-Gal. 
 
 

 
 

Figure S3. One-pot multienzyme synthesis of UDP-Gal2D. 
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Figure S4. One-pot multienzyme synthesis of UDP-Gal3D. 
 
 

 
 

Figure S5. One-pot multienzyme synthesis of UDP-Gal4D. 
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Figure S6. One-pot multienzyme synthesis of UDP-Gal6D. 
 
 

 
 

Figure S7. One-pot multienzyme synthesis of UDP-Gal2F. 
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Figure S8. One-pot multienzyme synthesis of UDP-Gal3F. 
 
 

 
 

Figure S9. One-pot multienzyme synthesis of UDP-Gal4F. 
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Figure S10. One-pot multienzyme synthesis of UDP-Gal6F. 
 
 

 
 

Figure S11. One-pot multienzyme synthesis of UDP-GalN. 
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3. MALDI traces for the donor substrate specificity screening of NwLgtC 
 
 

 
Figure S12. Enzymatic activity against UDP-Gal for Gb3 antigen synthesis. 

 
 

 

 
Figure S13. Enzymatic activity against UDP-Gal for ITag-Gb3 synthesis. 
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Figure S14. Enzymatic activity against UDP-Gal6D for ITag-Gb3 analogue synthesis. 

 
 
 

  
Figure S15. Enzymatic activity against UDP-GalN for ITag-Gb3 analogue synthesis. 
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Figure S16. Enzymatic activity against UDP-Gal6F for ITag-Gb3 analogue synthesis. 

 
 
 

 
Figure S17. Enzymatic activity against UDP-Gal for ITag-P1 synthesis. 
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Figure S18. Enzymatic activity against UDP-Gal6D for ITag-P1 analogue synthesis. 

 
 
 

 
Figure S19. Enzymatic activity against UDP-GalN for ITag-P1 analogue synthesis. 
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Figure S20. Enzymatic activity against UDP-Gal6F for ITag-P1 analogue synthesis. 
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4. NMR and HRMS characterisation of Gal6D-α1,4-Lac-β-pNP 

 
 

 
 
 
 
 
 
 
 

 
 

1H NMR spectrum of Gal6D-α1,4-Lac-β-pNP (without water suppression) 
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1H NMR spectrum of Gal6D-α1,4-Lac-β-pNP (with water suppression) 
 
 

  



S15 
 

 
 

13C NMR spectrum of Gal6D-α1,4-Lac-β-pNP 
 

  



S16 
 

 

 
 

HSQC NMR spectrum of Gal6D-α1,4-Lac-β-pNP (with expansion) 
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DIPSI-based HSQC-TOCSY NMR spectrum of Gal6D-α1,4-Lac-β-pNP 
(pulse program HSQCDIETGPSISP, mixing time 60 ms) 
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HMBC NMR spectrum of Gal6D-α1,4-Lac-β-pNP 
(pulse program HMBCETGPL3ND, with low pass filter to remove 1JCH couplings) 
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HRMS spectrum of Gal6D-α1,4-Lac-β-pNP (with expansions) 

[M+Na]+ 
calcd. 632.1797 
found 632.1802 

[M+Na]+ 
calcd. 632.1797 
found 632.1802 

[M+K]+ 
calcd. 648.1537 
found 648.1546 

FULL SPECTRUM 


