Procedures were followed according to the Plant Physiology Lab Manual with the following modifications:

     Instead of starch gel electrophoresis, SDS Polyacrylamide Electrophoresis was used.  All samples were treated with a preparation buffer before electrophoresis, such that, mixtures of 700 µL from each sample, along with 100 µL of 10% SDS, 100 µL of glycerol, and 100 µL of 1% bromophenol blue were used for each lane of the gel.  Prior to loading the gel, heat was applied to each mixture (95 ºC for 5 minutes) to denature and unravel the proteins.  SDS acted like a detergent by adding a negative charge and additionally dispersing each protein.  Complete denaturation was important because the distribution of the proteins in the gel should be based on molecular weight and not on structure.  About 50 µL of a 5 mM dithiothreitol (DTT) solution could have been added to each mixture to further unravel the proteins, but this was not used because it could not be located in the laboratory.  After heating, about 25 µL of each sample mixture, along with 5 µL of loading buffer, were then placed in the reservoirs of the gel (tank filled with Laemmli buffer).  The cover was placed on the electrophoresis chamber and the gel was run at 200 volts for 45 minutes or until the bromophenol blue stain was close to the bottom of the gel.  The gel plates were carefully removed and the gels were stained with Coomassie Blue solution.  After staining overnight, the gels were treated with a destaining solution.

