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Abstract CD28 a cell surface glycoprotein predominantly expressed on T cells belongs to the Ig superfamily and provides
critical co-stimulatory signals. The data which have published indicate that the monoclonal antibody against CD28 can decrease
curative effects when it was applied in vivo for a long time. In order to avoid the human-anti-mouse action anti-CD28 mAb must
be humanized before it can be used in clinical study. Chimeric antibody consisting of variable regions of mouse antibody and the
constant regions of human IgGl is often chosen by designers in generating humanized antibody. In this study to prepare the
anti-human CD28 chimeric antibody the genes coding variable regions of anti-CD28 mAb and the constant regions of human
IgG1 were cloned by PCR method. Then the target genes were assembled by TP-PCR a novel method developed for fusing
genes without designing endonuclease sites at the both end of the target genes and inserted into the baculovirus transfer vector
pAcUW3 respectively. Thus the recombinant baculovirus transfer vector with two strong promoters ph and p10 was successfully
constructed which can express two different foreign genes at the same time. The recombinant vector was identified by the
methods of restriction digesting electrophoresis PCR amplification and further verified by DNA sequence analysis. This work

will contribute to expressing the chimeric CD28 antibody in insect cells.
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Fig.4  Nucleotide sequence and its deduced amino acid sequence of the 2y
chimeric region in the fused gene vH-7, and vL-k TP-PCR
A the sequence before is the variable region of anti-CD28 mAb
heavy chain B the sequence after is the constant region DNA

of human gamma-1 the sequence before is the variable
TP-
region of anti-CD28 mAb light chain.
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