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Construction and expression of the mutants of SEDT-PA’s pathogenic gene WISP3 in COS-7 WANG Min
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Abstract Objective To construct two types of WISP3 gene’s mutants 1000T-C 840delT  found in SEDT-PA
patients and green fluorescence protein fusion gene and to observe their expression and subcellular localization in
COS-7 cells. Methods  Full-length ¢cDNAs of wild type WISP3 gene WT-WISP3 was amplified from human
chondrocytes by RT-PCR  and site-directed mutagenesis was used to obtain full-length ¢DNAs of the mutated
WISP3 genes MUT' "¢ and MUT***" . The recombined plasmids WT-WISP3/pEGFP-C2  MUT" "¢ /pEGFP-C2
and MUT**""/pEGFP-C2 were transfected transiently into COS-7 cells through liposome-mediated method and
pEGFP-C2 vector was used as control. The green fluorescence protein expression and localization of plasmids were
observed using fluorescence microscope after 48 hours of transfection. Results By restriction endonuclease

H04ell \vere consistent with that mutated in SEDT-PA

analysis and sequencing  the sequences of MUT'™"® and MU
and the open reading frames were matched with the vector sequence. The recombined plasmids were highly
expressed in COS-7 cells. Green fluorescence signal was distributed uniformly in cytoplasm and cell membrane
transfected with WT-WISP3/pEGEFP-C2  however the fluorescence signal aggregated to speckles or agglomerates in
cytoplasm transfected with mutants. Conclusions WISP3 gene’s mutants of SEDT-PA are successfully constructed
using genetic recombination and Wild type WISP3 protein is localized in cytoplasm and cell membrane and the
mutated WISP3 protein aggregated abnormally in cytoplasm which provide a basis for future studies on its

molecular functions in SEDT-PA .
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