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Expression, purification and bioactivity determination of epidermal growth facicr receptor protein tyro-

sine kinase
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ca, Chinese Academy of Sciences, Shanghai 200023)

[ABSTRACT] Objective: To express the epidermal growth factor receptor (EGFR) protein tyrosine kinase(RTK) in E. coli
and to detect its bioactivity after purifying the fusion protein. Methods: Using the plasmid pRK5 containing the EGFR ¢cDNA
as the template, we selectively amplified the fragment which coding EGFR-RTK. The fragment was then inserted into the
prokaryotic expression vector (pQE30) and transformed into competent E. coli cells (M15). Fusion protein expression was
induced by IPTG. After renaturation, the protein was purified by affinity chromatography and the bioactivity was examined
by ELISA. Results: We successfully inserted EGFR-RTK c¢DNA fragment of 933 bp into vector pQE30 and constructed the
expression vector pQE30-RTK. The fusion protein, with a molecular weight of 37 000, was efficiently expressed as inclusion
in the prokaryotic expressive system with the yield of 65. 2% total bacterial protein. After renaturation and purification, the
recombinant protein was proven to be bioactive by ELISA. Conclusion: The expression and purification of the bioactive
EGFR-RTK in prokaryotic expression system in this study is cheaper and easier than the traditional insect expression system.
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Fig 1 Gel electrophoresis
of PCR products of EGFR-RTK
1: PCR products of EGFR-RTK (0. 9 kb): 2: DNA marker
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Fig 2 Electrophoresis of double
enzymatic digestion of recombinant plasmid
1. pQE30-RTK digested by Hind It /Sph 1 ;
2. DNA marker; 3: pQE30 digested by Hind I /Sph'l
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Fig 3 Expression of EGFR-RTK by SDS-PAGE
1.Bacterial extracts of RTK-M15 un-induced: 2. Protein molecular
mass marker; 3:Supernatant of bacterial extracts of RTK-M15
induced ;4 :Sediment of bacterial extracts of RTK-M15 induced
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Fig 4 Purification of EGFR-RTK by SDS-PAGE
1. Protein molecular mass marker;

2. Purified protein of EGFR-RTK
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Fig 5 Tyrosina kinase activity assay by ELISA
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