Table S1. Sequence of the newly designed multiple cloning site and the primers used to amplify it.

Sequence 5°- 3’

Part
TTGACAGCTAGCTCAGTCCTAGGTATAATGCTAGC

J23119

MCS 5’ TGTCTTGACAGCTAGCTCAGTCCTAGTATAATGCTAGCAGCTC
GCGGCCGCAGCTCCCATGGAGCCGGCCGGCCAGCTCTTAATTA
AAGCTC

MCS 3’ GAGCTTTAATTAAGAGCTGGCCGGCCGGCTCCATGGGAGCTGC
GGCCGCGAGCTGCTAGCATTATACCTAGGACTGAGCTAGCTGT
CAAGACT

MCS Forward | CCCGGGAGTCTTGACAGCTAGCTCAGTC
Primer

MCS Reverse | GAATTCGAGCTTTAATTAAGAGCTGGCCG

Primer




Table S2. The primers used to amplify the three genes of interest and the restriction sites used to insert
them into pEC(acrA_MCS).

Gene Forward Primer | Reverse Primer Restriction Sites

ptsA GCGGCCGCAG | CCATGGTTACAGTTCCAG | Notl, Ncol
GAGGTAAATA | TTCATGTTGCAG
ATGGCCCTGA
TTGTGGA
dxS CCATGGAGGA | GGCCGGCCTTATG Ncol, Fsel
GGTA CCAGCCAGGCC
AATAATGAGT
TTTGA
TATTGCCAAA
TACCC

icL GGCCGGCCAG | TTAATTAATTAGAACTG Fsel, Pacl
GAG CGATTCTTCAGTG
GTAAATAATG
AAAAC
CCGTACACAA
CAAA
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Figure S1. A: GalNAc specific lectin peroxidase screen against the pgl2 glycan represented
by E. coli MC4100 cells containing pACYC(pgl2) and the various metabolic engineering
plasmids. Target protein not induced. B: Graph showing the percentage change in the relative
intensity of the colonies when compared to the control without the metabolic engineering
genes. “A” denotes acrA expression and asterisks above the bars indicate strains of significant
difference from the control (Unpaired t-test with Welch’s correction, n = 3; P<0.05).
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Figure S2. A: Western blots of the 7 constructs and the control expressing AcrA along with the

pACYC(pgl2) machinery. His-tag antibody was used for detection of the target protein. The three
bands for each strain represent the three biological replicates. B: A demonstration of Western
blot binning for densitometry analysis. C: Raw densitometry data.
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Figure S3. Metabolic pathways for dxs (left) and ic/ (right).
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Figure S4. Western blots of control and engineered strains expressing IFN 0.2b along with the
pACYC(pgl2) machinery. His-tag antibody was used for detection of the target protein. The three
bands for each strain represent the three biological replicates. A: Lane 1: Novex protein marker,
Lanes 2-4: IFN_pgl2, Lanes 5-7: IFN_ptsA pgl2, Lane 8: 0.5 ug AcrA. B: Lane 1: Novex protein
marker, Lanes 2-4: IFN_ptsA_ICL pgl2, Lanes 5-7: IFN_ptsA_ICL dxs pgl2, Lane 8: 0.5 ug AcrA.



