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Abstract

rologous expression. Gene gifE was amplified from the genomic DNA of vancomycin producing strain and ligated

Recombinant protein of vancomycin glycosyltransferase, Gt{E., was obtained by gene cloning and hete-

into expression vector pET-37b, the recombinant plasmid GUE/pET-37b was transformed into E. coli BL21
(DE3). The product of in vitro glucosylation reaction catalyzed by purified GHE was isolated and identified by
HPLC and ESI-MS, respectively. The assay indicated that the recombinant protein GtfE had expected glucosyla-
tion activity to transfer uridine 5’-diphosphoglucose to the vancomycin aglycone. This study laid the foundation for
producing glycosyl diversity of vancomycin.
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Figure 1 Reaction pathway of vancomycin glycosylation
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Figure 2 Plasmid map of pYX-0110-27
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Figure 3  Analysis of construction of pXY-0110-27
1:DNA marker; 2;: PCR product of gifE; 3. Digested by Hind I ;
4 :Digested by Nde I and Hind Il
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Figure 4 SDS-PAGE analysis of the GtfE expression

A 1. Marker PM0032; 2. Total protein of BL21 ( DE3) cell without
induction;3-7. Total protein of BL21 ( DE3) cells induced by 0.01,
0.05,0.1,0.5,1 mmol/L IPTG, respectively; B: 1. Marker PM0032
2. Total protein of BL21 ( DE3) cell without induction ;3. Total protein
of BI21 ( DE3) cells induced by IPTG; 4. GHE purified by Ni-
NTA agarose
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Figure 5 HPLC and ESI-MS analysis of conversion of aglycosyl vanco-
mycin to desvancosaminyl vancomycin

A Standard of desvancosaminyl vancomycin ;B : Conversion system with-
out GHE; C: Conversion system with uridine 5'-diphosphoglucose; D:
ESI-MS analysis of desvancosaminyl vancomycin
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Figure 6  Antimicrobial activity determination of aglycosyl vancomy-
cin, vancomycin and desvancosaminyl vancomycin

A': Staphylococcus aureus ATCC25923 (A, : aglycosyl vancomycin, A, :
vancomycin, Ay : desvancosaminyl vancomycin ) ; B: Bacillus subtilis
(B :aglycosyl vancomycin, B, : vancomycin, B : desvancosaminyl van-

comycin)
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