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phorylation of JNK, ERK and AKT was reduced following TNC genes disruption in SGC7901 cells. ITGB7 was
found to be decreased significantly in both mRNA and protein level in SGC7901™¢"'~ cells. Conclusion TNC is

highly expressed in gastric cancer, particularly in SGC7901 cells and plays a necessary role in anchorage-independ—

ent growth of SGC7901 cells possibly via ITGB7 mediated signaling pathways.
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PDZK1 X Bsep EHRIZBIZ M Western blot £
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Lentiviral vector-mediated shRNA suppresses the expression of PDZK1

and its effect on Bsep in rat liver BRL-3A cells
Yang Fangfang', Liu Ping”, Cheng Jing’, et al
(' Faculty of Pharmacy, Hubei University of Chinese Medicine, Wuhan 430065;
*Dept of Pharmacy, Wuhan NO. 4 Hospital, Puai Hospital, Tongji Medical College,
Huazhong University of Science and Technology, Wuhan 430000)

Abstract Objective To investigate the effect of PDZKI silencing on cell viability and canalicular Bsep expression
in rats hepatocyte. Methods Three RNAIi sites of PDZK1 gene were chosen according to its mRNA sequence.

Three pairs siRNA of the three RNAI sites were synthesized and transfected into BRL3 A cells to identify the opimal
siRNA sequence by RT-PCR. Then the siRNA oligonucleotide targeting the optimal siRNA sequence was designed,

synthesized and annealed for double-strand formation. The annealed oligonucleotide fragment was subcloned into the
LV3 ( H1 /GFP&Puro) plasmid to form LV3/PDZK1 shRNA lentiviral vector. After identified by restriction enzymes
digestion and sequencing, the LV3/PDZK1 shRNA plasmid was transfected into 293T cells to produce lentiviral
particles. The lentiviral vector particles were transfected into BRL3 A cells, and the expression of GFP, PDZK1 and
cancalicular Bsep in the transfected cells were observed under inverted microscope and assayed by RT-PCR and
Western blot, respectively. Results The optimal siRNA sequence was confirmed. Digestion and sequencing identi—
fied that lentiviral vector LV3/PDZK1 shRNA was constructed successfully. In 48 h after the lentiviral vector trans—
fection, no expression of PDZK1 and mild expression of Bsep was seen in BRL3A cells by RT-PCR and Western
blot. Conclusion The lentiviral RNAi vector targeting PDZK1 is constructed successfully. This vector can effica—
ciously silence PDZK1 gene and inhibited the expression of cancalicular Bsep in BRL-3 A cells. It has an active sig—
nificance in drug transporter regulation studying.
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