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ABSTRACT Objective: In order to clone human SLC25A6 into vector pcDNA3.0, and add HA tag to the N terminal, Myc tag to the
C terminal respectively, lay the foundation for further study of SLC25A6 as a tool to monitor the mitochondrial import ability. Methods:
The PCR primers were designed based on the SLC25A6 mRNA sequence deposited in NCBI and then they were digested by double
restriction enzymes and inserted into vector pcDNA3.0. After verification by digestion and sequencing, the constructed plasmid pcDNA3.
0-1xHA-SLC25A6-1xMy was transfected into human Hela cells. SLC25A6 expression was verified by Western-blot. Results: The cloned
recombination plasmid as tool pcDNA3.0-1xHA-SLC25A6-1xMyc was confirmed by enzyme digestion and DNA sequencing. SLC25a6
gene can be successfully expressed in human Hela cells. Conclusion: Human SLC25A6 tagged with HA in N terminal and Myc in C
terminal respectively pcDNA3.0-1xHA-SLC25A6-1xMyc were successfully cloned, and it was well expressed in Hela cells, which
provides basic tools for the following studies about SLC25A6 as a tool to monitor mitochondrial import ability and study mitochondrial
crucial role in acute kidney injury.
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Fig.4 Sequencing result and plasmid map of pcDNA3.0-1xHA-SLC25A6-1xMyc positive colony
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Fig.5 Verification of pcDNA3.0-1xHA-SLC25A6-1xMyc plasmid
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