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QAoninng and Sequencing of the Human DNA Polymerase 3 Entire cDNA and Construction of Its Eukaryotic
Expression Vector DU Liutao's ZHUANG Zhi-xiongs GAO Kun’, Yang Xing fen', He Yun'. Xu Lei', Wei Qing' .
(1. Department of Health Toxicology. Scholof Public Health, Sun Yat-sen University, Guangzhou 510089, China; 2. S hen-
zhen Health and Anti-epidemic Station. Shenzhen 518020, China; 3. Schowl of Life Science. Sun Y at-sen University,
Guangzhou 510175, China; 4. Centers for Disease Control and Prevention of Guangdong Province. Guangzhou 510300, China)
Abstract [Objective]l To construct an efficient Eukaryotic expression vector of human DNA polymerase 3 (po3). [ Methods]
Following total RNA being extracted from human embryo lung fibroblast HLF and RT-PCR being carried out, the PCR product was
clonedinto pGEM-T-vector. The recombinant plasmid certified by sequencing. The poH3 entire ¢cDNA was cloned into expression
vector pEGFP-C1, and then transferred into E. coli DH5x. The recombinant plasmids w ere identified by restriction endonuclease en-
zyme analysis [ Resulis] 1. 03 kb fragment containing restriction sites on 5'-stream was obstained through RT-PCR. The object frag-
ment is homology with pol-8. The recombimant plasmid pE GFP-C1- was successfully selected. [Conclusion] The efficient expression
vector of human polf has been constructed it can be used in establishing the human cell line of overexpression of polf3.
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Fig. 1 Agarose gel electrophoresis for total RNA
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Fig 2 Agarose gel electrophoresis for RT-PCR products
M: 2 000 bp marker; 1, 2: poH3 entire cDNA (1. 03 kb)
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111 GCCATGAGCA AACGGAAGGC GCCGCAGGAG ACTCTCAACG
151 GGGGAATCAC CGACATGCTC ACAGAACTCG CAAACTTTGA
191 GAAGAACGTG AGCCAAGCTA TCCACAAGTA CAATGCTTAC
231 AGAAAAGCAG CATCTGTTAT AGCAAAATAC CCACACAAAA
271 TAAAGAGTGG AGCTGAAGCT AAGAAATTGC CTGGAGTAGG
311 AACAAAAATT GCTGAAAAGA TTGATGAGTT TTTAGCAACT
351 GGAAAATTAC GTAAACTGGA AAAGATTCGG CAGGATGATA
391 CGAGTTCATC CATCAATTTC CTGACTCGAG TTAGTGGCAT
431 TGGTCCATCT GCTGCAAGGA AGTTTGTAGA TGAAGGAATT
471 AAAACACTAG AAGATCTCAG AAAAAATGAA GATAAATTGA
511 ACCATCATCA GCGAATTGGG CTGAAATATT TTGGGGACTT
551 TGAAAAAAGA ATTCCTCGTG AAGAGATGTT ACAAATGCAA
591 GATATTGTAC TAAATGAAGT TAAAAAAGTG GATTCTGAAT
631 ACATTGCTAC AGTCTGTGGC AGTTTCAGAA GAGGTGCAGA
671 GTCCAGTGGT GACATGGATG TTCTCCTGAC CCATCCCAGC
711 TTCACTTCAG AATCAACCAA ACAGCCAAAA CTGTTACATC
751 AGGTTGTGGA GCAGTTACAA AAGGTTCATT TTATCACAGA
791 TACCCTGTCA AAGGGTGAGA CAAAGTTCAT GGGTGTTTGC
831 CAGCTTCCCA GTAAAAATGA TGAAAAAGAA TATCCACACA
871 GAAGAATTGA TATCAGGTTG ATACCCAAAG ATCAGTATTA
911 CTGTGGTGTT CTCTATTTCA CTGGGAGTGA TATTTTCAAT
951 AAGAATATGA GGGCTCATGC CCTAGAAAAG GGTTTCACAA
991 TCAATGAGTA CACCATCCGT CCCTTGGGAG TCACTGGAGT
1031 TGCAGGAGAA CCCCTGCCAG TGGATAGTGA AAAAGACATC
1071 TTTGATTACA CCAGTGGAA ATACCGGGAA CCCAAGGACC
1111 GGAGCGAATG AGGCCTGTAT CCTCCCTGG
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Fig 3 Result of sequencing of the human pol3 ¢cDNA

in the recombinant plasmid
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Fig 4 Restriction endonuclease enzyme analysis of
recombinant plasmid pEGFP-C1
M: 1 500 bp DNA marker; 1~4: degestion of recombinant with

Kpn 1 and BamH]I1
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