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Expression and purification of re-constructed human CRP
and observation of its internalization into HelLa cells
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Abstract

<FONT face=Verdana=>AIM: To construct prokaryotic expression vector for human C-
reactive protein (CRP), to acquire the functional fusion protein purified from BL21
(DE3) transformed with vector pET14b/EGFP-hCRP, and to observe the
internalization of the fusion protein his-EGFP-CRP into tumor cell line HelLa.
<BR>METHODS: CRP gene sequence was amplified with the vector p91023/CRP as
template by PCR, and was inserted into vector pET14b/MCS-EGFP-(N) 36 to
construct prokaryotic expression vector. The E. coli cells BL21(DE3) transformed
with the re-constructed vector pET14b/EGFP-hCRP was induced by isopropyl-B-D-
thiogalactopyranoside (IPTG), and the expressed protein his-EGFP-CRP were
purified with affinity chromatography method and refolded with gradient filtration.
The Hela cells were observed under the fluorescence microscopy after the addition
of purified renature protein. <BR>RESULTS: The results of identification by PCR,
digestion with restriction endonuclease and sequencing indicated the construction
of vector pET14b/EGFP-hCRP was correct; the SDS-PAGE showed that the
transformed E. coli cells could be induced to express the fusion protein his-EGFP-
CRP and the purification of proteins were successful. We could found fluorescent
signal around the cell membranes, in the cytoplasm and nuclei in the observation of
the Hela cells incubated with his-EGFP-CRP. <BR>CONCLUSION: The prokaryotic
expression vector for human CRP linked with his and EGFP coding sequence is
successfully constructed. The fusion protein his-EGFP-CRP is purified and refolded.
The reconstructed protein expressed by prokaryotic cells adheres to the membrane
of tumor cell HeLa and is internalized into the cytoplasm and nuclei of the
cells.</FONT=>
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