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Clone and expression of the candidate genes in eukaryotic cell of a congenital

inherited nuclear cataract in vitro
Zheng Jianqiu ,Liu Ping,Fu Songbin. Eye Hospital ,First Clinical Collage of Harbin Medical University ,Harbin

150001 , China

Abstract Objective Congenital inherited cataract is a sort of eye disease of childhood which can cause loss of visual
acuity. Genetic diagnosis and treatment is the main trend to prevention and treatment of congenital inherited cataract. This study
was to clone the sequence of mutation type GJA8 gene( mGJA8) from a congenital inherited nuclear cataract family and study its
expression and location in eukaryotic cell lines in vitro. Methods The periphery blood samples of 16 members were collected
in this family,including 7 members with congenital inherited cataract. The mGJA8 gene was amplified from this family’ s DNA by
PCR. The DNA was cloned into plasmid pGEM-T and then was digested by restriction enzyme. The amplified products were cloned
into eukaryotic expression plasmid pEGFP-N1 for construction of recombinant plasmid pEGFP-N1-mGJAS8. The accuracy of
pEGFP-N1-mGJA8 was confirmed by restriction enzyme digestion and DNA sequencing. Final pEGFP-N1- mGJA8 and pEGFP-N1
plasmids were transfected into COS-7 cell lines by lipofectin. The expression and localization of pEGFP-N1-mGJA8 and pEGFP-N1
fusion protein were detected under the fluorescence microscope. The two fusion proteins were identified by immunohistochemical
staining. Results Confirmed by resiriction enzyme digestion and DNA sequencing, recombinant plasmid pERFP-N1-mGJA8
was constructed correctly. The pEGFP-N1-mGJA8 and pEGFP-N1 fusion protein was expressed in transfected COS-7cells,showing
the green fluorescence. pEGFP-N1- mGJAS8 fusion protein showed the positive reaction in cells for Biotin SP-HRP, presenting the
brown staining. Biotin SP-HRP was absent response in pEGFP-N1.  Conclusion The mGJA8 gene is cloned successfully, and
the pEGFP-N1-mGJA8 fusion protein can be expressed in COS-7 cells, which offers a foundation for further study of the
mechanism of this congenital inherited nuclear cataract family.
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