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Biological Functions of Growth Arrest-Specific Gene 8 (Gas8) (II)
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Growth arrest-specific gene 8 (Gas8) was originally identified in NIH-3T3 cells and its mRNA and protein expressed predominantly in the testes.
In adult mice, its expression is regulated during postmeiotic development of male gametocytes. Several Gas8 binding proteins were isolated by a
yeast two-hybrid system in the mouse testis cDNA library. Gas8-BP1, also known as Axin, is involved in Wnt signaling pathway. Gas§8-BP2 is a
Meiosis Nuclear structural protein whose function is not understood. Gas8-BP3 is Mus musculus hypothetical protein, which is a novel protein and
still has yet to be investigated. Studies using GST pull down and co-IP assay have shown that Gas8 and Gas8-BP3 can interact physically. To
characterize Gas8-BP1, the antiboby against the C-terminus of Axin was generated. This antibody can recognize an 110kDa protein in NIH-3T3
cells, but only a 68kDa protein in testis. Immunohistochemical stain indicated that Axin was detected in the tail of mature spermatids. The flagella
of spermatozoa in epididymis can also be stained with the Axin antibody. To future investigate possible functions of Axin, we performed the GST
pull down assay. The results indicate that Gas8, Gas8-BP3, and Axin may function in the same complex. Using BLASTP, one human centrosomal
protein, Cep63, was identified to be homologous with Gas-BP3. The two proteins exhibit 81.4% amino acid identity and 86.3% similarity.
Gas8-BP3, Gas8, and gamma -tubulin, a well-known centrosome marker, were prominently labeled as a pair of small round dots near the nucleus.
Gas8, Gas8-BP3, and Axin appeared in the same fractions in sucrose gradient with centrosomes. The result showed that Gas8, Gas8-BP3, and Axin
were centrosomal components in adult mouse testis. Finally, in vivo physical association between Gas8 and gamma-tubulin was later analyzed by a
coimmunoprecipitation assay. The experiment indicated that endogenous Gas8 was associated with gamma-tubulin and may modulate the function

of gamma-tubulin at the centrosome.



