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Abstract: Enhanced green fluorescent protein ( EGFP) is a common biological marker. In this research

on the foundation of successful clone and expression of EGFP  a two-step chromatographic method was es—

tablished to separate and purify EGFP  which includes the use of HisTrap HP immobilized metal affinity

chromatography ( IMAC) and Sephadex G0 HR size exclusion chromatography in sequence. Sephacryl

S300 HR size exclusion chromatography and sodium dodecyl sulfate-polyacrylamide gel electrophoresis
( SDS-PAGE) were used to check out the purity of EGFP. At last it was found that EGFP still had fluo—

rescent activity using fluorescence spectrophotometric detection and NativePAGE detection. This method

can effectively separate the active EGFP. The purity of the obtained EGFP was more than 98%.

Key words: immobilized metal affinity chromatography ( IMAC) ; gel exclusion chromatography ( GEC) ;

enhanced green fluorescent protein ( EGFP) ; separation; purification
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Fig. 2 Chromatogram of EGFP on Sephadex
G40 HR column
a. ultraviolet ( UV) detection at 280 nm; column size: 30 mm X 16
mm; elution buffer: pure water ( pH 7. 0) ; the flow rate of elution so—
lution: 1 mL/min; sample: 1 mL of EGFP with salt. b. conductivity.
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231 a. UV detection at 280 nm; column size: 30 mm X 16 mm; elution
T buffer: 0. 15 mol/L NaCl ( pH 7. 0) ; the flow rate of elution solution:
3 EGFP o I mL/min; sample: 1 mL of the purified EGFP. b. FLD detection
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Fig. 4 SDS-PAGE analysis of EGFP
1. protein molecular marker; 2. purified EGFP; 3. supernatant of
DHS5«/pUC18-EGFP broken cells.
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Fig. 5 Excitation and emission spectra of EGFP
Ag =481 nm/Ag,, =513 nm.
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Fig. 6 Native-PAGE analysis of EGFP
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