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Interaction between deletion mutant CLIC1 ( A49 —51) and Sedlin
Hong Cuili  Jin Zhenhui Zhu Liangliang et al
( Dept of Biology Anhui Medical University Hefer 230032)

Abstract Objective To study the expression and localization of CLIC1( A49-51) an intracellular chloride ion
channel 1 ( CLIC1) deletion mutant and its effect on the interaction with Sedlin in mammalian cells. Methods
The eukaryotic expression plasmid peDNA3. 1-CLIC1 ( A49-51) FLAG was constructed based on the wild type
CLIC1 expression plasmid pcDNA3. 1-CLIC1+LAG. Immunofluorescence and nuclear separation experiment were
performed to detect the expression and colocalization of CLIC1 ( A49-51) with Sedlin in COS7 cells; co-immuno—
precipitation and GST pulldown experiments in HEK 293T cells were conducted to investigate the interaction of
CLIC1 ( A49-51) with Sedlin in vivo and in vitro respectively. Results CLIC1 ( A49-51) mainly localized in the
cytoplasm of COS7 cells and much less in the nucleus. Compared with wild-type CLIC1 its intracellular localiza—
tion changed significantly and it did not colocalize with Sedlin. The result of Western blot showed that CLIC1
( A49-51) could be efficiently expressed in HEK 293T and COS7 cells. Co-immunoprecipitation and GST pulldown
assays showed that it had no interaction with Sedlin in vivo and in vitro respectively. Conclusion KRR motif at
position 4951 of CLIC1 plays an important role in the correct localization of CLICI protein to the cell membrane.
Its deletion mutation affects the localization and expression of CLICI in cells and may further affect its interaction
with Sedlin.
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The virulence and putative amino acids difference of the main ROPs
virulence factor proteins in the dominant genotype

of Toxoplasma gondii in China
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Abstract Objective To analyze the putative amino acids sequence difference of the virulence factor proteins of
the dominant genotype of Toxoplasma gondit in China. Methods Forty SPF BALB/c mice and forty Kunming mice
were infected with WH3 WH6 RH and PRU strains of Toxoplasma gondii respectively which were preserved in
our laboratory. The virulence of Toxoplasma gondii strains were analyzed using the measurements of survival time
and survival rate. ROP5 and ROP18 the virulence—elated gene fragments were amplified by PCR method. After
DNA sequencing of the obtained DNA fragments their nucleotide sequences were translated into putative amino
acid sequences to compare the protein sequence differences of four Toxoplasma gondii strains. Results ~ Among
these four strains of Toxoplasma gondii 'WH3 and RH strains exhibited strong virulence leading to 100% animal
death of BALB/c mice and Kunming mice within 5 ~7 days and 9 ~ 12 days after infection. However the virulence
of WH6 and PRU strains were weak all animals of both BALB/c mice and Kunming mice survived 100% within 45
days after infection with the detected cysts in mice brains. The amino acid sequence analysis of ROP5 and ROP18
revealed that there were little difference between WH3 ( Chinese 1) and WH6 ( Chinese 1) with PRU strain ( type
II) whereas much more difference were found between WH3 ( Chinese 1) and WH6 ( Chinese 1) with RH strain
(type 1) . Conclusion There are some difference in virulence-associated-molecule genes of ROP 5 and ROP18
among Chinese 1 strain and the traditional type [ type Il strains in Toxoplasma gondii. These results may con—
tribute to the basic theory research on toxoplasmosis in china.
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