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Effect and mechanism of TIPE3 interference plasmid on SW480 colorectal canc—
er growth

YE Yu-Han LIU Zhong-Chen QI Zhong—-Quan ZHUANG Guo-Hong YIN Ping. The School of Basic Medical Sci—
ences Fujian Medical University Fuzhou 350004 China

Abstract  Objective: To study the effect of interference TIPE3 on the colon cancer cell growth by transfecting SW480 colon
cancer cells with the TIPE3 interference plasmid were detected. Methods: Transfecting the constructed TIPE3-shRNA-pSIREN-RetroQ
plasmid to SW480 cells. To determine the highest interference efficiency plasmid the mRNA and protein levels of recombined plasmid
were detected by RT-PCR and Western blot separately and tested the cell proliferation with CCK8. Meanwhile apoptosis rate of SW480
cells was determined by flow cytometry assay with AnnexinV-FITC/PL To further determined the effects of recombined plasmid on cell
development the level of protein involved in proliferation and apoptosis were detected by Western blot. Results: The most effecient in—
terference plasmids were successfully constructed. We found that the cell survival rate decreased when interference TIPE3 gene express—
ing in colorectal cancer cells. Flow cytometry indicated that interefering the expression of TIPE3 would increase the sensitivity of SW480
cell to apoptosis induced by aDR5ScFv. The results of Western blot showed that low expression of TIPE3 would activate caspase3 and
downregulate the expression of p-AKT p-PDKI1 and PCNA. Conclusion: Interference TIPE3 could promote apoptosis and inhibit prolif-
eration in SW480 colon cancer cells.
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Fig.1 Rescreen positive recombinant plasmid clones
Note: 1 2. Positive clones of TIPE3<shRNAL; 3 4. Positive clones of
TIPE3-shRNA2;5 6. Positive clones of TIPE3shRNA3.

Fig.2 Sequence comparison of TIPE3-shRNA-pSIREN-RetroQ recombinant plasmid
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Fig.3 Comparison of expression of TIPE3 in HEK293
SW480 and HT29

Note: A. RT-PCR; B. Western blot; 1. HEK293 cell; 2. SW480 cell;

3. HT29 cell.

4 GFP-pSIREN-RetroQ
SW480
Fig. 4 SW480 cell observed by fluorescence after GFP-
PSIREN-RetroQ transfection at same field of vi—
sion

Note: A. Observation under natural light; B. Observation under blue light.
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Fig.5 Detection of interference of recommend plasmid by
RT-PCR
Note: 1. Normal SW480 cell; 2. SW480 cell transfected with pSIREN-
RetroQ empty control plasmid; 3. SW480 cell transfected with
TIPE3-shRNAL plasmid; 4. SW480 cell transfected with TIPE3-
shRNA2 plasmid; 5. SW480 cell transfected with TIPE3-shRNA3

plasmid.

6 TIPE3-shRNA SW480

Fig. 6 Detection of protein expression of TNFAIPSL3-

shRNA plasmid transfected SW480 cells

Note: 1. Normal SW480 cell; 2. SW480 cell transfected with pSIREN-
RetroQ empty control plasmid; 3. SW480 cell transfected with
TIPE3-shRNA1 plasmid; 4. SW480 cell transfected with TIPE3—
shRNA2 plasmid; 5. SW480 cell transfected with TIPE3-shRNA3

plasmid.
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7 CCK-=8 shRNA TIPE3 SW480
Fig.7 CCK-8 detect shRNA impact of SW480 cell surviv—
al rate

Note: A.24 h;B.48 h * . P< 0.05; . P<0.01; . P< 0.000 1.

8 aDRS5ScFv SW480

Fig. 8 Flow cytometry detect aDRSScFv induced SW480
cells apoptosis
Note: k. P< 0.000 1.
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Fig.9 Detection of expression of caspase3 PDK1 AKT
and PCNA by Western blot
Note: 1. Normal SW480 cell; 2. SW480 cell transfected with empty con—
trol plasmid; 3. SW480 cell transfected respectively with TIPE3-
shRNA3 plasmid.
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