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Construction of LAT1 eukaryotic expression vector of C57
mouse and its effect on the Neuro-2a cell
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[ Abstract] Objective To construct the lamino acid transporter 1 eukaryotic expression vector of C57 mouse and to
express the gene inNeuro-2atumor cells, and explore the effect of LATlon proliferation and apoptosis of Neuro-2a cell.
Methods  The full-length LAT1 ¢DNA was synthesized by RT-PCR and cloned into pcDNA3. Ivector to construct
recombinant plasmid. The constructed pcDNA3. 1-LAT1vector was verified by Enzyme digestion and sequencing and then
transfected intomurine Neuro-2acellsby liposome. The transfected cells were selected with G418 and stably expressed strain
was constructed. The expression of LAT1 was detected by RT-PCR and western blot. Proliferation was analyzed by MTT,
cell cycle and apoptosis were detected by flow cytometric analysis. Results  The full-length LAT1 ¢DNA was amplified
successfully and pcDNA3. 1-LATIeukaryoticvector was constructed successfully. Enzyme digestion and sequencing

confirmed the sequence was correct. Neuro-2acells were transfected and Stably expressed strain was constructed
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successfully. MTT showed that the group of transfected restructuring plasmid could significantly affect Neuro-2a cell

proliferation more than the control groups (P < 0.05). From the flowcytometric analysis, LATI could promote cell

proliferation and inhibit Neuro-2a cell apoptosis. Conclusion

LAT1 can express successfully inNeuro-2acells which were

transfected with recombinantpcDNA3. 1-LAT1plasmid. LAT1 in Neuro-2a cells can promote cell proliferation and inhibit the

cell apoptosis which provides a basis for the study of LATI. That lays the foundation for studying biological effects of LATI1.
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Fig.1 LAT1 and GAPDH mRNA expressions were

detected by RT-PCR for different group
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Fig.2 LAT1/GAPDH mRNA expressions were detected by RT-PCR after stable transfection
(A Electrophoretogram ; B Semiquantitative analyses of mRNA)
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Tab.1 Absorbance of each group on different time points(x +s,n=6)
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23 Group
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Xf HEZH Control groupcontrol group 1.03 +0. 06 1.12 +0. 08 2.11 +0.07 2.73 +0. 10 2.19 +0.08 1.89 +0. 10
SEE2H Experimental 1.07 +0.04 " 1.28 +0.07 " 2.54 +0.06 " 3.67+0.11" 2.94+0.03™ 2.63+0.08"

T SXH RS, * P < 0.05, 7 P < 0.01,
Note: *P < 0.05,™ P < 0.01. vs. control group.
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Fig.3 Expression of LAT1 protein in Neuro-2a cells stably transfected by Western blotting
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S Experiment 59.91 £1.23* 18.87 +0.23 ™ 21.48 £0.16*
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Fig.4 Neuro-2a cell growth curve of each

group from 1 to 6 d
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Fig.6 Neuro-2a cell apoptosis rate of group by scatter diagram
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