SODIUM DODECYL SULFATE POLYACRYLAMIDE GEL ELECTROPHOREIS (SDS PAGE)
· Technique to separate denatured proteins by size.
· Requires
1) SDS –coats proteins with negative charges & masks intrinsic charges—proteins are linear & negatively charged.
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2) -mercaptoethanol—reduces disulfide bonds to separate subunits of multi-polypeptide proteins
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Purpose of today’s lab is to compare the distribution of proteins in rat nuclei and cytoplasm. Is the distribution the same or not? Why?




















Above each circle is 35 kDa		triangle is 100 kDa & oval 50 kDa		  75 kDa














But then separated subunits/polypeptides will be linear & negative due to SDS treatment





3) Heat—to further denature proteins


4) polyacrylamide—gel matrix that acts as size sorter


5) electrophoresis, using electric field with positive anode and negative cathode, all proteins are attracted to bottom of gel, but larger ones remain at the top since impaired by pore size


6) Coomassie Blue—dye that stains proteins (specifically basic amino acids) dead or alive! (after electrophoresis is completed)
































