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Construction of a lentiviral vector to target expression of SI00A4 of sika

deer ( Cervus nippon)
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Abstract: In this study, a number of sequences of small interfering RNA targeting SI00A4 gene of sika deer were synthe—
sized and screened, among which two were confirmed by BLAST search to be suitable for the purpose. Oligo DNAs contai-
ning either sense or antisense strands were ligated into the lentiviral plasmids (pLVTHM) using T4 DNA ligase. Positive
clones were identified based on the results of both PCR and sequencing. Each positive plasmid was co-ransfected into 293T
cells with the plasmids pPCMV-dr 8. 91 and pMD2. G. Twenty four hours after the co-transfection, green fluorescence of the
293 T cells could be observed under the inverted microscope. Therefore, we successfully constructed recombinant lentiviral
system targeting sika deer S100A4 gene. This work would lay the foundation for revealing the regulatory mechanism of
S100A4 underlying antler generation and regeneration.
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Fig. 1  Gel electrophoresis of annealing shRNA. M: DNA Marker
(100 bp) ; 1. sense strand of shRNA1; 2:shRNA1; 3 :shRNA2; 4.

antisense strand of shRNA1
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Fig. 2 Double enzymes digest of pLVTHM. M: DNA Marker
(1 kb); 1:Carrier plasmid pLVTHM after double enzymes digestion
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Fig. 3 PCR results of the positive clones. M: DNA Marker (100
bp); 1:The negative control of blank vectors; 2. Plvthm-siRNA1;
3. Plvthm—=siRNA2
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Fig.4 293 tcells 24 hours after co-transfection. (a: fluorescence was observed under inverted fluorescent microscope ; b: cells under inverted

phase contrast microscope; magnification :50 x )
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