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Expression, purification of human helicase-like transcription factor
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Abstract  Objective:The helicase-like transcription factor(HLTF) plays critical roles in human cells’ response to DNA replication stresses;
structural and functional studies of this important protein require significant amounts of pure and correctly folded HLTF. Methods: This
study optimized the codon preference in the HLTF gene to construct an Escherichia coli-based HLTF expression system. Recombinant
HLTF was purified by affinity chromatography ,ion—exchange chromatography and gel filtration chromatography. In vitro experiments were
carried out to probe the biochemical activities of the recombinant HLTF. Results: This Escherichia coli-based HLTF expression system was
successfully constructed,and the high —purity HLTF protein was obtained by a 4 —step purification procedure. In wvitro functional
experiments showed that the HLTF expressed by Escherichia. coli had complete biochemical activity, indicating that it is correctly folded. It
was found that ubiquitin ligase activity of HLTF was insensitive towards the ubiquitin—substrate linkage. Conclusion: Here presents an
efficient protocol that produces large quantities of pure and correctly folded HLTF, as well as insights into HLTF's ubiquitin ligase activity.
This study provides a starting point for future structural and functional studies of this important protein.
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Ubc13-Mms2 complex through HLTFec
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