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Abstract Vector of pD5HS8, modified from rDNA of Tetrahymena small nuclear, can develop into rDNA of large
nuclear with 9 000~10 000 copies after introducing into conjugation cells, which make it to be an ideal expression
vector of exogenous genes. However, both insufficient appropriate clone sites and lacking promoter region hinder
the further application of pD5HS. In this study, a bacterium green fluorescence protein gene (HGPF) was inserted
between the 5' UTR (untranslated regions) of HSP70-2 gene and the 3' UTR of HSP70-1 gene, and these three DNA
fragment were connected by the rare restriction enzyme site of I-Sce . The constructed DNA fragment (HSP70-2
5'UTR-I-Sce  -HGFP-I-Sce  -HSP70-1 3' UTR) was then integrated into the pD5SHS8 vector, which became an
expression vector of pDSH8-HGFP. The HGFP fragment of pPDSH8-HGFP vector could be one-step replaced by an
eukaryote green fluorescence protein (GFP) gene via restriction enzyme site of /-Sce , and the recombinant vector
was able to express a large number of products with biological activity in Tetrahymena. Therefore, the modified vec-
tor of pD5SH8-HGFP had many advantages, such as one-step introduction of exogenous gene, unlimited restriction
enzyme sites, effective selection marker, efficient expression level of exogenous gene, environment-friend and con-
venient controllable, which will facilitate the research of gene over-expression, and pave the way for wildly applica-
tion of exogenous genes expression in Tetrahymena.
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Al B1
A2 B2

9 GFP
‘Al A2 pD5H8-GFP ,BI
B2 pD5HS :Al Bl 39T

1h (A2 B2

Figure 9 Expression products of GFP in Tetrahymena were visu-
alized by fluorescence microscope

Note: Al and A2: Transfection Teirahymena cells containing
plasmids pD5H8-GFP; B1 and B2: Transfection Tetrahymena
cells containing plasmids pD5HS as the control group; Al and
B1: Cells were treated with heat shock of 39°C; B1 and B2: Cells
were not treated with heat shock as the control group
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