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Construction of Eukaryotic Plasmid of Human hSesnl Gene and Expression and Localization of Fusion Protein Shen Tao, Ba Gen,Li Yan,
et al. Department of Orthopedic Surgery, Shengjing Hospital of China Medical University, Liaoning 110004, China

Abstract Objective To construct the expression plasmid of human Sestrin 1 (hSesnl) gene and identify expression and localiza-
tion of fusion protein. Methods Total mRNA was extracted from Hela cells, and ¢cDNA was synthesized via reverse transcription. The
hSesnl coding sequence was sucessfully amplified by polymerase chain reaction (PCR) and cloned into pEGFP - C1 expression plasmid.
After the hSesnl gene was successfully identified by double enzymes digestion and sequencing, the plasmid was transiently transfected into
COS -7 cells. The expression of the recombinant plasmid in COS -7 cells was detected by Western blot assay. The localization of
pEGFP - hSesnl in COS -7 cells was observed with laser confocal microscopy. Results hSesnl ¢cDNA was successfully constructed into
the pEGFP - C1 expression vector. The fragment length identified by double restriction enzymes digestion was 1479bp. The expression of
pEGFP — hSesnl fusion protein was detected by Western blot assay. Its molecular weight is 80kDa. The pEGFP — hSesnl fusion protein
was mostly localized at cytoplasm and perinuclear of COS -7 cells. Conclusion The recombinant pEGFP — hSesnl plasmid was success-
fully constructed, and the pEGFP — hSesnl fusion protein was mostly localized at cytoplasm and perinuclear of COS =7 cells.
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Effects of Aloperine on Proliferation and Apoptosis of Bladder Cancer EJ Cells.  Qin Cong, Zhang Jie, Zhang Lijun. Central Laborato-
ry,Renmin Hosptital of Wuhan University, Hubei 430060 ,China

Abstract Objective To investigate the effect of aloperine on the proliferation and apoptosis of bladder cancer EJ cells and to ex-
plore its mechanism. Methods The experimental group was as follows: bladder cancer EJ cells were not treated ( group A) ; 25pumol/L
aloperine was added (group B) ; 50umol/L aloperine was added (group C). 100pwmol/L aloperine was added ( group D). The survival
rate of the cells was detected by CCK8. The apoptosis rate was detected by flow cytometry. The expression levels of Bel =2, Bax, p -
Erk1/2 protein were detected by Western blot. Results CCKS8 results showed that: B, C, D group compared with A group, the cell sur-
vival rate were decreased (P <0.05). The results of flow cytometry showed that the apoptosis rate of B, C and D group was higher than
that of A group (P <0.05). Western blot results showed that; B, C, D group compared with A group the expression of Bel =2 and p -
Erk1/2 levels were reduced (P <0.05), the expression of Bax level was increased (P <0.05). Conclusion The survival rate of EJ in
bladder cancer can be reduced by aloperine and induce its apoptosis, and inhibiting the phosphorylation of Erk1/2 may be the mechanism.

Key words Aloperine; Bladder cancer; Proliferation; Apoptosis
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