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Expression, purification and crystallization of Brel-Rad6 complex

ZHAO Jia—qi,SHI Meng, XIANG Song

(Department of Biochemistry and Molecular Biology,School of Basic Medical Sciences, Tianjin Medical University, Tianjin 300070,
China)
Abstract O bjective:To establish the expression, and purification protocol for the Brel -Rad6 complex,construct the Brel —Rad6
complex; search for its crystallization condition to provide a starting point for structure determination of the complex with X -ray
crystallography. Methods: The Escherichia coli host was used for the recombinant expression of protein, the complex was assembled by co—
purification, the vapor diffusion method was used for complex crystallization. Results: The Lodderomyces elongisporus Brel (LeBrel )
N-terminal Rad6 binding domain(RBD ) and Rad6(LeRad6) can be expressed separately in large amounts in Escherichia. coli cells.
The LeBrel RBD-Rad6 complex was assembled with affinity co—purification. The complex was further purified to more than 95% purity
with two—step gel filtration chromatography. The compound was crystallized by the method of meteorological diffusion. More than 1 000
crystallization conditions were screened at 18°C ,two crystallization conditions for the complex were identified. After optimizing the
crystallization condition, relatively good quality crystals were obtained. Conclusion:The expression,purification and crystallization
protocol for the LeBrel RBD—Rad6 complex is established. Such protocol provides a starting point for future structural determination of the
complex with X ray crystallography.
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Tab 1 Expression plasmid construction of LeBrel RBD and LeRad6

RIBEE R K 25 mg/L S E R LB B 323 43 5]
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WOEEERIA 1.0 Z 5, FESE IR A 0.25 mmol/L
SN B-D-1- LT (R CEY) IR E
321k, MAkSE7E 16°CH5 3% 12 h 5, B0 I dE
(4 000 r/min, B> 30 min).
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59 LeBrel RBD-Rad6 & &Yl i -2 5L =
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200 mmol/L S8 ALEN A 2 mmol/L B J5 WH R 1) 2% ih
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Fig1 Sequence alignment of Brel RBD and Rad6 from Lodderomyces elongisporus and Saccharomyces cerevisiae
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(1)PEG/Ton2 A7 & A2 19 5 A4 (45 fbik
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Fig 3 Crystallization of the LeBrel RBD-Rad6 complex
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