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ABSTRACT Objective To construct a lentiviral expressing vector harboring human Dihydrofolate reductase DHFR gene.
Methods: The cDNA length of DHFR gene was amplified by PCR and was connected to cloned vector EZ-T, then the recovered PCR
fragment was obtained by digesting with restriction enzymes named HindIll and BamHI-HF, and then blunted at the gap. Lentiviral
vector system adopted pWPI system.The vector pWPI was digested with Pmel enzyme, and then it was recovered fragment and
phosphorylated. The phosphorylated vector was connected with DHFR gene by T4 enzyme. Recombinant plasmid was confirmed by
PCR and sequencing nucleotide. The recombinant retroviral vector pWPI was selected to transfect packaging cell 293T to gain virus
particles with infection ability. Results: The recombinant plasmid, named DHFR-pWPL, which was constructed and identified Packaged
by packaging cell 293T. The homology between sequencing results and DHFR gene sequence was up to 100%,and the expression of
DHEFR in 293T cells was determined by RT-PCR. Conclusion: The lentiviral expressing vector harboring human DHFR has been
constructed successfully, which made the foundation to explore the molecular mechanism of multidrug-resistance in tumor.
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Fig. 1 Polymerase chain reaction (PCR) gel imaging electrophoretogram of connected plasmid named EZ-T-DHFR
2,3,4,7,8: connected plasmid named EZ-T-DHFR;6: 600 bp DNA ladder; 13: 2000 bp DNA ladder.
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Fig. 3 DNA recombinant plasmid EZ-T-DHFR digested by Bam-HI-HF
and Hind III enzyme
1 2000 bp DNA ladder;2:enzyme digestion stripe, the second stripe from
up to down was the target gene DHFR .
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4 DHFR-pWPI
12:Marker 2000 100-2000 bp ; 3.18.22: DHFR + (1525 bp); 5.8.11,14: DHFR  pWPI ; pWPI + DHFR
- 900 bp
Fig.4 PCR amplification of recombinant lentivirus plasmid named DHFR-pWPIL.12: 2000 bp DNA ladder; 3 ,18.22: PCR amplification of pWPI vector
connected DHFR gene; 5.8 11 14:without the expression of DHFR and pWPI ; others were pWPI CDS sequence amplified by PCR(900 bp).
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>||_ ref |INM 000791.3] m Homo sapiens dihydrofolate reductase (DHFR), mRNA
Length=3932

GENE ID: 1719 DHFR | dihydrofolate reductase [Homo sapiens]
(Over 100 PubMed links)

Score = 1155 bits (625), Expect = 0.0
Identities = 625/625 (100%), Gaps = 0/625 (0%)
Strand=Plus/Plus
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Fig. 5 Sequence result and sequence mapping of recombinant lentivirus plasmid DHFR-pWPI
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Fig. 6 The expression of DHFR gene in 293T cell under fluorescence microscope(X 100)
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1 2
1: Microscopic observation of virus liquid without dilution;
2: Microscopic observation of virus liquid with 8 times dilution;
3: Microscopic observation of virus liquid with 16 times dilution.
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Fig. 7 The detection of virus titer
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Fig. 8 Expression of DHFR-pWPI in 293T cells was determined by PCR
5 :2000 bpDNA marker ;1: PCR amplification of 293T cell without
recombinant virus infection;2:negative control;3: PCR amplification of
293T cell with positive control vector pWPIL;4: PCR amplification of 293T

cell with recombinant plasmid virus infection.
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