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Biological effects of recombinant pcDNA3. 0-hugl-1 plasmid on colorectal cancer cell line LS174

HUANG Shi-yong, HAO Li-giang* , MENG Rong-gui
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[ABSTRACT] Objective: To observe the biological behaviors of colorectal cancer 1.S174 cells before and after pcDNA3. 0-hugl-1
transfection, so as to investigate the association of hugl-1 with colorectal cancer. Methods: The eukaryotic expression vector pcDNA3. 0-
hugl-1 was constructed and transfected into 1.S174 cells. RT-PCR and Western blotting methods were used to analyze the expression of
hugl-1 mRNA and protein in 1.S174 cells before and after transfection. Soft agar colony formation assay, wound-healing experiment,
adhesion assay and Matrigel invasion assays were used to study the effects of hugl-1 expression on the proliferation,adhesion, movement
and invasion in .S174 cells. Results;: The recombinant plasmid pcDNA3. 0-hugl-1 was successfully constructed. RT-PCR and Western
blotting showed that the hugl-1 expression was higher in cells transfected with pcDNA3. 0-hugl-1 than in those un-transfected or empty
vector-transfected cells (P<C0. 05). The colony forming rates showed no significant difference between the 3 groups (35.76% ,33. 91 %
and 32.23%). Wound healing assays showed a significant reduction in the migrated cells in pcDNAS3. 0-hugl-1 transfected cell clones
(82.14+7. 62) compared with un-transfected cell lines(142. 37+ 6. 12) and empty vector transfected cell line (135, 61+ 3. 74, P<C
0.05). Attachment assays revealed enhanced adhesion of the pcDNAS3. 0-hugl-1-transfected cell clones compared with the other 2
groups. Matrigel invasion assay showed a significant reduction in the invasive ability of the pcDNA3. 0-hugl-1-transfected cell (63. 7=+
8.0) in comparison to the un-transfected cells (156. 3 = 13. 0) and pcDNA ( —) cells (158. 3 &= 16. 5, P <C 0. 05). Conclusion:
Overexpression of hugl-1 eukaryotic expression vector can decrease migratory and invasive ability of 1.S174 cells, but has no influence on
cell proliferation.
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Fig 1 Expression of hugl-1 mRNA(A) and
protein(B) in LS174 cells before and after transfection
A:RT-PCR results; M: Marker, 1;: Un-transfected cell line,2: pcDNA
(—),3:pcDNAS3. 0-hugl-1. B: Western blotting results; 1: Un-trans-
fected cell lines,2: pcDNA(—);3:pcDNA3. 0-hugl-1
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Fig 2 Results of wound-healing experiment of different groups

A: Un-transfected; B: pcDNA(—)-transfected; C: pcDNA3. 0-hugl-1-transfected. Original magnification: X 100
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Tab 1 Cell adhesion results in three groups

%)
Time after transfection #/min
Group
30 60 90 120
Un-transfected 12.2 32.9 46. 4 57.6
pcDNA(—)-transfected 13.4 31.2 43.7 59.5

pcDNA3. 0-hugl-1-transfected  16.8 43.6 56.5 72.6"

* P<C0. 05 vs pcDNA(—)-transfected group
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