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Cystatin C is a natural cysteine proteinase inhibitor that expresses ubiquitously in the body. It
is secreted into the extracellular space and is abundant in cerebrospinal fluid, saliva, and milk.
We previously found that Cystatin C stimulates the differentiation of osteoblasts, and induces
mineralization and bone formation. To elucidate this mechanism, we used yeast two—hybrid
screening to identify the interacting protein with Cystatin C. S100B was one of the candidate
proteins which exhibited strong binding in the system. We confirmed the specificity of
interaction of Cystatin C and S100B in the brain and bones by co-immunoprecipitation assay
and yeast two-hybrid analysis. We found that the binding is dependent on calcium
concentration and the c¢-terminal of Cystatin C is the necessary site for the binding.
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