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Biochemical charterization of the interaction between the eRING domain in the nucleosome ubiquitin ligase
Brel and the ubiquitin conjugating enzyme Rad6

SHI Meng, XIANG Song

(Department of Biochemistry and Molecular Biology,School of Basic Medical Sciences, Tianjin Medical University, Tianjin 300070,
China)

Abstract Objective: To explore the interaction between the eRING domain of the nucleosome ribosome ubiquitin ligase Brel and the
ubiquitin transferase Rad6 of S. cerevisiae ,elucidate the influence of RBD domain of Brel to this interaction. Methods: GST-tagged K.
lactis Rad6,Rad6,Brel eRING domain and related proteins were expressed in E. coli and purified to a purity of>95%. GST Rad6
pull —down experiments and Western blotting were performed to probe the interaction between the K. lactis Brel eRING domain and
GST-Rad6 and the effect of the Brel RBD domain on their interaction. SPR experiments were performed to probe the interaction between
the K. lactis Brel eRING domain and Rad6. Results: GST —tagged K. lactis Rad6 interacted strongly with the K. lactis Brel eRING
domain, the interaction was inhibited by the K. lactis Brel RBD. The GST protein alone interacts with the K. lactis Brel eRING domain
or its N —terminal CCNR domain,so the GST protein was not suitable for the pull —down tag in this experiment. Conclusion:Rad6
interacts with Bre1-eRING domain, and the interaction can be inhibited by RBD. GST tag is not suitable for the pull-down assay in K. lactis.
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