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SD5-PAGE analysis, Western Blot analysis

. Sub-cloning of the Legl gene in with the pgl operons proved unsuccessful using in house golden gate assembly. The
figure 4 digest is missing a DNA fragment at 1.2kB corresponding to the expected Legl insertion (fifth component).

R=NHAc R=NHAc

Figure 1. Comparison of 4-epi-legionaminic acid (left) and
native legionaminic acid (Legh,7,Ac?) structures.

. Monosaccharide production was induced anyway in the tetracistronic vector lacking Legl. NMR analysis revealed a
doublet peak at 1.22ppm, corresponding to the methyl group seen in 2-epibacillosamine confirming its production.

The tetracistronic vector supports the hypothesized Z2-epibacillosamine pathway in figure 6.

Glycerol; an energy dense, metabolically significant molecule; provided the greatest potential for cultures to grow. The
glycerol rich medium optimized production of glycoconjugates, in this case 2-epibbacillosamine,
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Figure 2 illustrates successtul cloning vector recombination for EpiLegl-33 and EpilLegl-63. The Legl gene is around
backbone control

1.2kB in length, and the digested sample shows a fragment at 1.2kB and a cloning vector backbone at 3.5kB.

Lane b: Blank

Lanes 2-5: . Figure 3 illustrates successful recombination of the expression vector in lanes 2, 3 (EpiLegl-33) and 7, 8, 9 (EpiLegl-63).

Lane 6-9: Epileg-51033 An over dilution of the extracted DNA led to very dim images, but DNA fragments are still marginally visible at 1.2kB.
EpiLegl-63 Lane 6-9: | , [: . Western blot using Anti-bx-His tag antibodies confirmed synthase production for EpiLegl-33 and Lpg-0/68, but not for
\ FpilLeg-51063 EpiLegl-33  Epilegl-63 Epilegl-63. This indicates EpilLegl-63 is not feasible for the Tull synthetic pathway for Legionaminic acid.

EpiLegl-33 EpiLegl-63

Initially the third gene, Lpg-0768, was not successtully transtormed as the growth media did not produce colonies. Later
on in the project it was successfully cloned and expressed but images are not provided on the space limited poster.

Figure 2. EcoRlI screening digest of blunt cloning vector
containing EpilLegl-33 and 63 via 1% agarose gel
electrophoresis in 1x TAE buffer (stain: EtBr).

Figure 3. EcoRI-HF, Ndel screening digest of the expression
vector containing EpiLegl-33 and 63 via 1% agarose gel
electrophoresis in 1x TAE buffer (stain: EtBr).
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Figure 4. Western blot to confirm expression of synthase
enzymes using Anti-ox-His tag antibodies. Imaged using
enhance chemiluminescent kit.

Figure 5. EcoRl screening digest of the pentacistronic vector,
oglFED-Legl, containing EpilLegl-33 and 63 via 1% agarose
gel electrophoresis in 1x TAE buffer (stain: EtBr).
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