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Solubilization

  Hélène Quesnel, Bernard Breton. Solubilization and purification of the gonadotropin (GTH2) receptor from rainbow trout (Oncorhynchus mykiss) ovaries. 2. International Symposium on Fish Endocrinology, Jun 1992, Saint-Malo, France. 116 p., 1992. hal-02775867 nonionic detergent Triton X-100. The presence of 20% glycerol during the extraction and the storage prevented the high instability of the free soluble receptors (Dias et al. 1981, Ascoli 1983). The hormone-binding characteristics of the soluble receptors were similar to those of membrane-bound receptors: the Scatchard plot of the equilibriurn binding data produced a straight line, suggesting that the solubilized GtH was very low and varied from 7 to 17 fmoles/mg proteins (about 5 fmoles/rng membrane proteins). The soluble receptor was purif ied by a simple and rapid imrnunoaffinity chromatography. The sGtH 2 -solubilized receptor complex was adsorbed to anti-sGtH 2 B subuni t rglobulins covalently linked to Sepharose 4B and then eluted wi th an acidic buffer. All the buffers employed contained 0,1% Triton X-100 to maintain the cornplex in a soluble state and 20% glycerol to prevent the instability ~ of this cornplex. About 50% of the binding activity present in the Triton X-100 extract were recovered in the pH 4 eluate. The other binding si tes were eluted as horrnone-receptor complex and/or a damaged forms. The free purified receptor presented a Ka of 1,3. 1010 M-1 in agreement wi th those f ound in membrane preparation and solubilized extract.