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Supporting Scheme 1. Biosynthesis of the Pgl enzyme substrates and products
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Supporting Scheme 2. Design of the dual label interference assay.

Und-PP-Bac2,4diNAc-([*H]GalNAc), [PH[H,
+
Und-PP-Bac2,4diNAc-(/1#C]GalNAc), [“CIH,
PglH
UDP-GalNAc

Und-PP-Bac2,4diNAc-([*H]GaINAc),-(GalNAc);  Hs from [PH]H,
OR

Und-PP-Bac2,4diNAc-(/ “(JGaINAc);-(GalNAc), Hj from ["*CIH,



Supporting Figure 1

PglH mutagenesis forward primers in bold capital is the mutation

E41A: 5’-gtattattaaatttcatgcaggagCatctttttataagcttgaaaatg-3’
E49A: 5’-ctttttataagcttgCaaatgaagttaaagttacaagtttgg-3’

E171A: 5’-ccttgtcattttagcgatgCaatttcttttgattc-3’
E179A: 5’-gattctagttttgCaaaggaaaatttggttctttttatagg-3’

E265A: 5’-gcctttgttcttttgtagCgggtttgccaacggttttaattg-3’
E273A: 5’- gccaacggttttaattgCaagtttgtattttgagg-3’

E308A: 5’-gatgggcttttggtaggttgtgatgatgcaatagCacttgctaaaaaacttgaac-3’

E316A: 5’- ggcttttggtaggttgtgatgatgaaatagcacttgctaaaaaacttgCacttgttttaaatgatg-3’

E346A: 5’- ctcatatcaaagCagaatggcttaage-3’
E354A: 5’- ggcttaagcttatagccgCggttaaaaatgecc-3’

R191A: 5’-ggaaaatttggttctttttatagggGCtttagatcacaacaaaaaccctgtaatgtttttaaaage-3’



Supporting Figure 2 EX,E motifs in the PglC, A, J and H enzymes
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Supporting Figure 3

Threaded model in which the amino acid sequence of PglH has been threaded into the structure of
PimA. E265 (red spheres), E273 (red spheres) and R191 (orange spheres) were all inactive and appear at
the hypothesized active site, while all other alanine mutants E41, E49, D170, E171, E179, D306, D307,

E308, E316, E346, and E354 (yellow ball and stick) had no major effect on activity.




