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Hammerhead ribozyme-mediated cleavage of mdrl mRNA with different

length*

He Bin, Jin Xiyu, Yang Tangjun, Jin Huanshen, Wang Xiangwei, Liu Suying, Zeng Yi, Song Bo (Department of
Urology, Xingiao Hospital, Third Military Medical University, Chonggqing, 400037)

Abstract Objective: To explbre the new methods to reverse the multidrug resistance of bladder cancer.
Methods: A hammerhead ribozyme was designed to cleave the GUC sequence at codon 1959 of mdrl mRNA
after the analysis of the secondary structure of mdrl mRNA by computer. The hammerhead ribozyme 1 gene
was synthesized and cloned into the BamH 1 /EcoR 1 sites of pPGEMEX-1 called pEX-RZ1. The 864 bp frag-
ment of mdr]l ¢cDNA was subcloned into the Hind ¥ /EcoR 1 sites of pPGEMEX-1 called pMDR-864. The
1383 bp fragment of mdrl cDNA was subcloned into the EcoR I site of pGEMEX-1 called pMDR-1383 (+5).
The pEX-RZ1 and pMDR-864 were lineralized with Hind I while the pMDR-1383(+5) was lineralized with

BamH 1 and these lineralized plasmids were transcribed with T3 promotor iz vitro. Results: The ribozyme 1

showed strong cleavage activity after heing mixed with the transeribed RZ1 and its substrates for 2 hours at

42 C and 52°C. Conclusion: The designed ribozyme can be used as a tool to reverse the multidrug resistance

of bladder cancer. the cleavage activity of the ribozyme is not associated with the length of its substrate but

depended on the location of the cutting site.
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Effects of retrovirus-mediated human interferon-Y gene on cholangiocar-

cinoma cell line

Wang Zhengxu, He Zhenping, Li Chunhai, Feng Dongxiao, Wang Xin, Kong Fanhua (Department of Hepatobil-
iary Surgery, Southwest Hospital, Third Military Medical University, Chongqing,400038)

Abstract Objective: To investigate the changes of the immunogenicity of the cholangiocarcinoma cell
line QBC 939 transduced with human interferon-Y gene. Methods: Retroviral vector pZIP-IFN-Y carrying hu-
man IFE-Y ¢cDNA was constructed and transduced to QBC 939 cells. The expression of MHC class I antigen
and the changes of the immunogenicity of the transduced QBC 939 cells were studied with Western blot,

mixed lymphocyte and tumor cell reaction (MLTR) and assay of cytotoxicity on lymphocytes respectively.
Results: The IFN-7 activity secreted by the G418 positive QBC939-IFN-7 cells was 0~9. 51 TU/10° cells/48
h. Southern blot and Slot blot confirmed the presence of the incorporation and expression of the target gene.
" The expression level of MHC class I antigen was 1. 78 times higher in the transduced cells than in the un-

transduced ones. MLTR revealed marked proliferation of lymphocytes in the peripheral blood of patients with

cholangiocarcinoma. Enhancement of lymphocytic lysis was found in HLA A2 matched patients. Conclusion:
The immunogenicity of QBC 939 cells was enhanced after the transduction interferon-Y gene.
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