14-3-3 overlay assay
(Reference: Moorhead, G., Douglas, P., Morrice, N., Scarabel, M., Aitken, A. and MacKintosh, C. (1996). Phosphorylated nitrate reductase from spinach leaves is inhibited by 14-3-3 proteins and activated by fusicoccin. Curr. Biol. 6, 1104-1113.)

1) Load: GST-TBC1D5 (500 ng) 

2) Block: 1 hour in TBST containing 5% milk and 0.5 M NaCl. 

3) Probe: with 5 ug/ml total His-BMH1 and His-BMH2 (yeast 14-3-3 isoforms, expressed in E. coli), in TBST containing 1 mg/ml BSA and 0.5 M NaCl for 16 hours at RT. 

4) Wash 6 times for 5 minutes with TBST containing 0.5 M NaCl 

5) Probe: with a 1:5000 dilution of anti-His antibody in TBST containing 5% milk and 0.5 M NaCl, for 1 hour at RT.

6) Wash 5 times for 5 minutes with TBST.

