Total Protein Extraction

Freeze 4-5 13 d - 17 d old plants in liquid N2. Mofify as needed.
For each sample, prepare a tube with 300 l of HbA, 5 l PMSF and 0.3 l aprotinin (Sigma A6279).  Do this prior to each sample, don’t do it in bulk because the PMSF is inactivated in an aqueous solution.

Remove tube from liquid N2, one at a time, add some liquid N2, let it evaporate, and grind tissue with cold blue pestle for about 30 sec.  Keep tube and contents COLD!!!

Add HbA buffer with protease inhibitors, and grind until tissue well homogenized.  Store sample on ice for short-term.

For protein concentration determination, do three replicate samples for the standards and the plant extracts using the Bio-Rad dye binding assay.  Use 4 l of plant extract for each sample.  Do not spin down stuff, just try not to pipette really big things.

Store protein extracts at –80oC for long-term.

HbA buffer

100 mM Tris, pH 7.4

10% sucrose

5 mM EDTA, pH 8.0

0.19% EGTA

0.28% -mercaptoethanol

Make stock of HbA buffer without -mercaptoethanol.  Filter sterilize so it stays clean.  Prior to use add -mercaptoethanol, 28 l per 10 ml of HbA.

