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Vector Carrying DsRed Protein
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Abstract: The regulation of a target gene expression is very important in gene therapy. However, constitutive or inappropriate
expression of the genes with traditional expression system may interfere with the effect of the gene therapy, even may lead to lethal
side effect. We constructed an RU486 inducible eukaryotic vector carrying DsRed protein and evaluated its regulatable effect in vitro.
The single vector named PDC-RURED was constructed with molecular biological methods, which contained DsRed gene, promoter
and mifepristone-inducible system. To minimize any potential interference, we spaced the two transcriptional elements with a 1.6 kb
insulator. The vector was identified by different enzyme restrictions, sequencing analysis and PCR assay. We demonstrated the
regulatable expression of this vector after transfection in HEK293 cells by fluorescence microscopy and flow cytometry. In the
absence of RU486, no significant DsRed protein activation was observed, whereas in the presence of RU486 up to 40 fold activation
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of the DsRed protein was observed in cultured cells. The data show that the novel eukaryotic expression plasmid vector can be used

to regulate the expression level of genes of interest in appropriate time under the control of RU486. This inducible expression vector

provides a powerful tool for the research of gene regulation and gene therapy.
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Fig. 2 Identification of PDC-RURED vector by PCR amplification
1: negative control; 2: PCR assay;3: positive control; M: A DNA
EcoR I+Hind III digest marker
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Identification of PDC-RURED vector by restriction
enzyme digestion
M: A DNA EcoR I+Hind III digest marker; 1: enzyme digestion with
Bgl II; 2: enzyme digestion with Kpn I; 3: enzyme digestion with Xho I
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Fig. 4 Variation of the DsRed fluorescence intensity after
induced by different RU486 concentration
A: control; B: 1 x 107" mol/L; C: 1 x 10~ mol/L; D: 1 x 10 mol/L;

E:1x 107 mol/L; F: 1 x 107 mol/L
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Fig. 5 FCM detection of the DsRed fluorescence intensity after induced by different RU486 concentration
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