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Construction and Identification of Cell Lines of COX-2 Inhibited by shRNA
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Abstract The constructed recombinant interference plasmid pshRNA-COX-2 was transfected into SMMC-
7721 cells by lipofectamine mediation, then monoclonal cell line was selected by G418 pressure. The expressions of
COX-2 mRNA and protein were measured by reverse transcription polymerase chain reaction (RT-PCR) and Western
blot respectively, and the changes of cell proliferation and apoptosis were assessed by MTT assay and flow cytom-
etry, respectively. The Transwell test was used to detect the invasion ability of cell lines. COX-2-shRNA-SMMC-
7721 (interference group), HK-SMMC-7721 group (negative control group) cell lines were established. The levels of
interference group’s COX-2 mRNA transcription, COX-2 protein expression and cell proliferation significantly de-
creased. There were significant differences compared with those of the control group and SMMC-7721 (blank group)
(P<0.05), while those of control group and blank control group were not significantly different (P>0.05). Interference
group, control group and blank group of cells in Go/G; phase were (68.85+0.27)%, (53.05+£0.35)% and (53.54+0.33)%,
respectively; the percentage of apoptotic cells were (9.60+0.20)%, (1.79+£0.23)% and (1.75+0.20)% separately; trans-
membrane cell number were (117.60+5.30), (338.40+11.50) and (347.40+12.80) cells, respectively. There were sig-
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nificant differences comparing interference group with control group and blank group (P£<0.05), while the control
group and blank control group were not significantly different (P>0.05). The cell line COX-2-shRNA-SMMC-7721,

in which COX-2 expression was inhibited using RNA interference technology, was successfully established, which

could provide the cell model for further study of COX-2 gene function.
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Fig.1 Fluorescent microscope of two monoclonal cell

lines(A,B, 200x) and fluorescent microscope of stable cell
lines after culture expansion(C,D, 100x)
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Fig.2 Indentification of the expression of COX-2 of
monoclonal cell line by PCR
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1: COX-2-shRNA-SMMC-7721; 2: HK-SMMC-7721; 3: SMMC-7721.
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Fig.3 Indentification of the expression of COX-2 protein in
monoclonal cell line by Western blot
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Fig.4 The changes of the proliferation of stable cell lines
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A: COX-2-shRNA-SMMC-7721; B: HK-SMMC-7721; C: SMMC-7721.
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Fig.5 The changes of the cell cycle of stable cell lines
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A: COX-2-shRNA-SMMC-7721; B: HK-SMMC-7721; C: SMMC-7721.
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Fig.6 The change of the apoptosis of stable cell lines

A: COX-2-shRNA-SMMC-7721; B: HK-SMMC-7721; C: SMMC-7721.
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Fig.7 The invasive ability changes of stable cell lines(200x)
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