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Construction of lentiviral vectors expressing shRNA against
caudal-related homeobox 2 gene and effect of their transfection
on growth of colon cancer cells
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Abstract Objective: To construct recombinant lentiviral vectors expressing the sShRNA against caudal-related homeobox
2 (CDX2) gene, and observe the effect of down-regulation of CDX2 gene expression on growth ability of colon
cancer cells.

Methods: According to CDX2 mRNA sequence, the ShRNA sequences were designed and their complementary
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sequences were synthesized, which were then inserted into the GV248 vectors by using ligase. Positive clones
were verified by DNA sequencing. Lentiviral particles were produced by cotransfection of lentiviral expression
vectors with lentiviral packaging plasmids into 293T cells by lipofectamine2000, and then the viral titer was
determined by serial dilution. Human colon cancer SW480 and HT29 cells were transfected with the CDX2-
shRNA expressing lentiviral vectors, and then the CDX2 mRNA and protein expression were determined by qRT-
PCR and Western blot analysis, and the proliferative ability was examined by CCK 8 assay and colony formation

Results: The results of DNA sequencing showed that CDX2-shRNA expression segments were correctly inserted
into GV248 vectors, and viral titer was 1x10° TU/mL after packaging. In both SW480 and HT29 cells after
transfection of CDX2-shRNA expressing lentiviral vectors, the mRNA and protein expression levels of CDX2

mRNA and protein were significantly down-regulated (all P<0.05), but no significant change was found in cell

Conclusion: CDX2-shRNA expressing lentiviral vectors are successfully constructed and their transfection can

effectively inhibit CDX2 gene expression. Down-regulation of CDX2 gene expression exerts no obvious effect on

530 HEERSFRE
assay, respectively.
proliferation and colony forming ability (all P>0.05).
growth of colon cancer cells.
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1.1 EERFSHH

Primer ( R&F ) . dsDNA oligo ( i35 L3
HEAREGBRAT ) , Taq polymerase ( Takara ) ,
QIAGEN Plasmid K #2175 & (QIAGEN) ,
BSA ( LigHEM A EEEAARAF) , LB
(ATCC) , CaCL, ( BB AEMARAF) ,
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Hpa I. Xho I (NEB) , Z5& %M, Cell
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Counting Kit 835l & ( H A {2205 )

MMWE; 54 (EEForma ScientifieAd ) , &
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Al o, REHRIKAL ( LB A ERIF AR
FRAFD) , BERBEEGI (KEEAF) , Bl
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REL 1] 14 A% 2 PN 10 6 57 s 0 R ot P RIS I Loop 26
(CTCGAG) , 3" ¥ g YJ 7 55 HT & pol 111 R A
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Figure 1 Sequencing of the recombinant vector
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Figure2 Microscopic observation of the colon cancer cells after CDX2-shRNA expressing lentiviral vectors (x200)
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Figure 3 Determination of the interference efficiency by Western blot and qRT-PCR
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Figure 4 Effect of CDX2 on the growth of colon cancer cells by CCKS assay A: HT29 cells; B: SW480 cells
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Figure S Effect of CDX2 on the colony forming ability on colon cancer cells
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