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Characterization of Growth Arrest Specific Gene 8 and its Binding
Protein Gas8-BP3
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Gas8, originally identified in growth arrested NIH3T3 cells by Molony Murine
leukemia virus gene-trapping is predominantly expressed in mouse testis, with its
expression highly regulated during post meiotic sperm development. In addition, Gas8
accumulates in the tails of sperm, the cytoplasm of round spermatids and also in
sperm flagella. However, Gas8 function remains unclear. This thesis investigated
Gas8 function in mice by isolating and studying its binding proteins. We isolated
Gas8 binding proteins by yeast two-hybrid assays using Gas8 as bait and a mouse
testis CDNA library as the fish. Three Gas8 binding proteins were isolated. Gas8-BP1



is Axin, Gas8-BP2 is Meiosis Nuclear structural proteinl, and Gas8-BP3 is Mus
musculus hypothetical protein 4921501MOQ7. In this study, the novel
protein--Gas8-BP3 was further characterized. The results showed that Gas8 could
interact with Gas8-BP3 in GST pull-down assays as well as in
co-immunoprecipitation experiments, while the C-terminal portion of Gas8-BP3 may
serve as the Gas8 interacting region.

Using multi-tissue Northern blot analysis | confirmed that Gas8-BP3 was highly
expressed in adult mouse testis and this expression was regulated developmentally. In
order to understand the expression pattern of Gas8-BP3 in mouse testis, we generated
Gas8-BP3 antibody and preformed the mouse testis immunohistochemical staining.
The result suggested that Gas8-BP3 protein was predominantly expressed in round
spermatids and spermatocytes but also expressed in spermatogonia. In addition, Gas8
physically interacted with microtubules. In summary, Gas8 and Gas8-BP3 are both
expressed in testes and regulated developmentally, suggesting that they may play roles
in spermatogenesis.



