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Purification and bioinformatics prediction of the spatial structure of eukaryotic expression protein EG14-3-3
ZHAOQO Shang-qi' , ZENG Jia',LLI Yan-min',ZHANG Chuan-shan®,JIA Hai-ying’ , GONG Qiao-qiao',
LIN Ren-yong’, ZHOU Xiao-tao' (1. The Department of Immunologys Basic Medical College s Xinjiang
Medical University \Urumgqi 830011, China ;2. Clinical Research Institute , The First Affiliated Hospital of Xinjiang

* X%

Medical University ;3. Clinical Laboratory Center s Xinjiang Uygur Autonomous Region People’s Hospital)

Objective The eukaryotic expression vector pcDNA3. 1-EG14-3-3-myc-his was constructed,and the fusion
protein EG14-3-3-myc-his was expressed and purified. The spatial structure of EGI14-3-3 protein was predicted by
bioinformatics.  Methods Using pet4la-EG14-3-3 as the template, the CDS region of EG14-3-3 was amplified and
cleaved into the eukaryotic expression plasmid pcDNA3. 1-myc-his A(-) by restriction enzyme EcoR 1 and BamH 1. The
eukaryotic expression plasmid pcDNA3. 1-EG14-3-3-myc-his was constructed and transfected into 293T cells to express
EG14-3-3-myc-his protein. The fusion protein was purified by affinity chromatography and identified by Western blot. The
spatial structure of EG14-3-3 protein was predicted by bioinformatics through various online websites.  Results The
cukaryotic expression plasmid pcDNA3. 1-EG14-3-3-myc-his was successfully constructed. After purification, SDS-PAGE
electrophoresis results showed that there was an obvious band at 27. 9 kDa, which was consistent with the expected
position of the protein,and the protein content was higher after the third washing (overnight at 4°C). Western blot results
showed that the purified recombinant protein EG14-3-3-myc-his could be recognized by anti-His monoclonal antibody. It is
predicted by bioinformatics that EG14-3-3 protein had no signal peptide and no transmembrane region, the N-terminal of
the secondary structure of EG14-3-3 protein had random coil.{ollowed by two alpha helix,and the C-terminal had random
coil and short lamellar structure.  Conclusion The eukaryotic expression vector pcDNA3. 1-EG14-3-3-myc-his was
successfully constructed, and the high purity protein was obtained by protein purification technology. The EG14-3-3

protein had random coil, which may be the location of the antigen epitope. It provided the basis for the study on the
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function and application of 14-3-3 protein in the future.

GG Y Echinococcus granulosus s EG14-3-3 3 Eukaryotic protein expression; Bioinformatics prediction
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15 /%, 36 6 W BRR ARG 10s) . K20 iS4 M i T 4°C
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FL T4 CLL 300 g B0 10 min, 2 8 8 B A 2L G
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Fig. 1 Construction of plasmid pcDNA3. 1-EG14-3-3-myc-his
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Fig. 2 Purification of recombinant EG14-3-3-myc-his
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3 EHZEHA EG14-3-3-myc-his fJ Western blot £ F
Fig.3 Western blot identification of recombinant EG14-3-3-myc-his
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Fig. 4 Prediction of signal peptide and transmembrane domain
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Fig.5 Protein structure prediction of EG14-3-3 protein
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