J Fourth Mil Med Univ 2008 29 4

http //journal. fmmu. edu. cn 361

GPI ber/abl

1000-2790 2008 04-0361-05

IL-12

400016

Construction and expression of eukary-
otic co-expression plasmid of bcr/abl
anchored GPI and murine IL-12

TAO Kun' WANG Dong® ZENG Jian-Ming® HUANG Shi-
Feng® CHEN Xin-Min® CAO Wei-Xi* HUANG Zong-Gan®
FENG Weng-Li’

!'Department of Immunology 2Department of Clinical Hematology
*Department of Hematology First Affiliated Hospital Chongging
University of Medical Sciences Chongqing 400016 China

Abstract AIM To construct the eukaryotic co-expression
plasmid of ber/abl anchored GPI and murine IL-12 and to identify
the expressed product in cos-7 cells. METHODS The gene
fragment encoding ber/abl was amplified by PCR using the
plasmlid containing the DNA sequence of P210 as template and
was inserted into eukaryotic expression vector pBudCE4. 1. The
constructed recombinant plasmid pBudCEA4. 1-bcr/abl was identi-
fied by restriction analysis and DNA sequencing. The lymphocytes
from human peripheral blood were separated and the total RNA
was extracted. The gene fragment encoding GPI was amplified by
RT-PCR using the RNA as template and was inserted into the con-
structed plasmid pBudCE4. 1-ber/abl and anchored GPI and
ber/abl fragment to construct recombinant plasmid pBudCE4. 1-
ber/abl-GPI. The mlIL-12 gene fragment was also amplified by
PCR using the mIL-12 plasmid as template and was subcloned in
restriction enzyme sites of another promoter in the constructed
plasmid pBudCE4. 1-bcr/abl-GPI to construct recombinant plas-
mid pBudCE4. 1-ber/abl-GPI-mIL12. The constructed recombi-
nant plasmid pBudCE4. 1-bcr/abl-GPI-mIL12 was transfected into
Cos-7 cells with liposome. The expressed ber/abl genes and ber/
abl proteins were analyzed by RT-PCR and Western Blot and the
expressed mlIL-12 was detected by ELISA. RESULTS The
results of restriction analysis PCR and DNA sequencing proved
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that ber/abl fragment anchored GPI and mIL-12 gene fragment
were all correctly inserted into vector pBudCE4. 1. The expres-
sions of ber/abl gene and ber/abl protein were identified in trans-
fected cos-7 cells and their membranes the expression of mIl-12
was also proved in culture supernatant of cos-7 cells.
CONCLUSION The reombinant vector pBudCE4. 1-bcr/abl-
GPI-mIL12 is successessfully constructed and expressed in eu-
karyotic cells which lays a basis for further study on tumour spe-

cific cellular immunity with ber/abl fusional gene vaccine.
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