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Kinetic study of NwLgtC against pNP-B-Lac and UDP-Gal
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Figure S1. Michaelis-Menten curves of UDP-Gal and pNP-f3-Lac.
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2.

HRMS traces for the one-pot synthesis of UDP-Gal and analogues
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Figure S2. One-pot multienzyme synthesis of UDP-Gal.
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Figure S3. One-pot multienzyme synthesis of UDP-Gal2D.
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Figure S4. One-pot multienzyme synthesis of UDP-Gal3D.
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Figure S5. One-pot multienzyme synthesis of UDP-Gal4D.
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Figure S6. One-pot multienzyme synthesis of UDP-Gal6D.
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Figure S7. One-pot multienzyme synthesis of UDP-Gal2F.
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Figure S8. One-pot multienzyme synthesis of UDP-Gal3F.
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Figure S9. One-pot multienzyme synthesis of UDP-Gal4F.
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Figure S10. One-pot multienzyme synthesis of UDP-Gal6F.
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Figure S11. One-pot multienzyme synthesis of UDP-GalN.
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3. MALDI traces for the donor substrate specificity screening of NwLgtC
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Figure S12. Enzymatic activity against UDP-Gal for Gb3 antigen synthesis.
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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.
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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.
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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.
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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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NMR and HRMS characterisation of Gal6D-a1,4-Lac-B-pNP
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1H NMR spectrum of Gal6D-a1,4-Lac-3-pNP (without water suppression)
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1H NMR spectrum of Gal6D-a1,4-Lac-B-pNP (with water suppression)

S14



8T'ST—

9T'66 ~
91001 =~
62601 —

EPOTT —

£0°92T —

19wl —

19°19T —

66°0LT —

TR e

200 190 180 170 160 150 140 130 120 110 100 90 80 70 60 50 40 30 20 10
f1 (ppm)

10

13C NMR spectrum of Gal6D-a1,4-Lac-3-pNP
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DIPSI-based HSQC-TOCSY NMR spectrum of Gal6D-a1,4-Lac-3-pNP
(pulse program HSQCDIETGPSISP, mixing time 60 ms)
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HRMS spectrum of Gal6D-a1,4-Lac-B-pNP (with expansions)
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