Total Protein Extraction from Tissue (for Western blotting)

Updated: 6.3.10
· Weigh 1.5 ml eppindorf tube.

· Grind tissue to a powder in liquid nitrogen with mortar and pestle.
· Transfer the powder to the eppindorf.

· Add 5 volumes of 2X Lamelli buffer (no bromophenol blue or DTT) and mix by inverting or briefly vortexing.
(e.g., for 0.05g of tissue add 250ul of 2X Lamelli buffer)

· Incubate 10min at 70ºC with occasional mixing.

· Homogenize with 1ml syringe (use the needle that comes with the syringe) to shear the DNA. Do this until it is no longer mucousy.
· Spin the tubes at 12,000 rpm for 5min and transfer the supernatant to a new tube. (This removes the non-homogenized and unsolubilizable components).
· Perform BCA protein assay (don’t do Bradford assay because it is not compatible with SDS). See BCA protocol
· Dilute DTT 1:4 with water (e.g., 100ul DTT + 300ul water). Add dilute DTT to the sample to make 1X Lamelli buffer (Remember that this will cut your protein concentration in half).

(e.g., for 0.5g of tissue and 250ul of 2X Lamelli, add 250ul of dilute DTT)

· Add 1ul of 0.1% bromophenol blue per 100ul of sample.

· Heat samples to 95ºC for ~5min before running on the gel. Samples can be stored at -20ºC for several months.
2X Lamelli buffer


2.5ml 0.5M Tris pH 6.8

2ml glycerol


0.04g SDS


H2O to 10ml
