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[Abstract] Objective To express the fusion protein of hOct4 and cell penetrating peptides using prokaryotic expression
systems, and to optimize its expression methods and observe the membrane penetrating ability of the fusion proteins.
Methods

transferred into E. coli BL21(DE3) and Rosetta2(DE3). The protein was purified by Ni affinity chromatography and identified

The pET-based prokaryotic expression system was constructed by genetic engineering, and the fusion plasmid was

by Western blotting analysis. The penetrating ability of the Rhodamine-labelled fusion protein was investigated using BJ cells.
We successfully constructed pET21a(+)-hOct4-11R-His and pET21a(+)-EGFP-11R-His vectors. Fusion proteins
hOct4-11-His and EGFP-11R-His were generated by transfering the plasmids into E. coli. The fusion protein was verified by

Results

Western blotting analysis and was detected in BJ cells. Conclusion We have successfully generated EGFP-11R-His and hOct4-
11R-His fusion proteins, and the proteins can effectively enter the BJ cells and locate around the nuclei.
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Fig 1 Schematic representation of pET21a(+ )-11R-His
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Fig 2 SDS-PAGE analysis of hOct4-11R-His(A)and
EGFP-11R-His(B) protein purification
A: hOct4-11R-His (43 300); B: EGFP-11R-His (34 600). M:
Marker; S: Supernatant of bacterial lysate; P: Pellet; FT. Flow-
through; W, W1, W2.: Wash fraction; E: Eluted fraction
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Fig 3 Optimization of hOct4-11R-His fusion protein expression
M: Marker; S: Supernatant of bacterial lysate; P: Pellet; E; Eluted

fraction. Arrows indicate hOct4-11R-His fusion protein
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Fig 4 Identification of proteins by Western blotting analysis
A :Anti-Oct3/4 antibody; B: Anti-His-tag antibody. 1: hOct4-11R~
His(43 300); 2. EGFP-11R-His(34 600)
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Fig 5 Fluorescence microscopic(A,B) and phase contrast microscopic(C,D) analysis of fusion protein entering BJ cells
A,C: EGFP-11R-His; B,D: Rhodamine-labelled hOct4-11R-His. Original magnification; X200
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