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Abstract AIM To investigate mutations in the D-loop re-
gion of mitochondrial DNA in colon tumors to construct eu-
karyotic cell expression recombinant pcDNA3.1 + -miD-
NA and to transfect pcDNA3.1 + -mtDNA in murine fibro-
blast cells NIH3T3. METHODS The D-loop region of mtD-
NA of the three colonic tumors cells SW480 Lovo and
HT29 was amplified by PCR and sequenced. The frag-
ments of mtDNA were inserted into the eukaryotic cell ex-
pression plasmid pcDNA3.1 + and the pcDNA3.1 + -
mtDNA recombinant was used to infect the murine fibroblast
cell NIH3T3. RESULTS Among the three colonic tumors
cells SW480 Lovo HT29 10 9 and 8 mutations were
identified respectively. The 1119 kb fragment of mtDNA was
successfully cloned. DNA sequencing analysis proved that
the sequence of the gene cloned was totally consistent with
the data of GenBank. The mtDNA fragments were cloned
into the multiple cloning sites of vector pcDNA3.1 + prop-
erly. The recombinant was then introduced into NIH3T3
cells. CONCLUSION The D-loop region of mitochondrial
DNA is a highly polymorphoric and mutable region and the
mutation rate is relatively high in cells with colon tumors.

The pcDNA3.1 + -mtDNA eukaryotic cell expression re-
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combinant is successfully constructed and mtDNA is suc-
cessfully transfected into NIH3T3 cells.
Keywords mitochondria DNA D-loop mutation plasmid
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5'-ATCGGATCCTTCATGGG
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