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Abstract In chemoenzymatic synthesis of heparin, the enzyme 6-O-sulfotransferase (6-OST) sulfated C6 hydroxyl of N-acetylglucosamine to
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achieve a sulfation level similar to that of heparin. The purification results of the constructed recombinant protein MBP-6-OST-3 showed con-
taminated protein bands,and the protein concentration was lower. In this paper, the principle of site-directed mutagenesis was used to design
primers,and the mutant plasmid pMAL-¢2X-6-OST-3-linker-His was obtained by PCR amplification. The mutant plasmid was transformed into
Escherichia coli Rosetta-gamiB (DE3) to express MBP-6-OST-3-His protein. The MBP-6-OST-3-His protein was purified by a nickel column
affinity chromatography system, and the protein expression was analyzed by SDS-PAGE electrophoresis. In this study, the MBP-6-OST-3-His
protein with high expression and high purity was obtained, which provided a reliable method for obtaining high-purity 6-OST-3 and a certain

theoretical basis for its application in the study of chemical enzymatic synthesis of heparin.
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Fig.3 Colony PCR verification (A) and sequencing (B)
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Fig.4 MBP-6-OST-3-His protein expression (A) and purification (B)
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