Subcellular Fractionation 
50 ml Buffer A Stock
250 mM sucrose

4.279 g

10 mM Tris-HCl, pH 7.5
1 ml 

0.5M stock

1 mM EGTA


100 μl

0.5M stock

Make 10 ml fresh working Buffer A by adding 1 protease inhibitor tablet and 66.7 μl PMSF.

1. Plate cells onto three 10cm plates. Transfect and treat cells +/- 1 mg/ml CHX for 2 hours.

2. Spin down cells and freeze pellet in liquid nitrogen, even if you are using the same day. 
3. Thaw cells in 500 μl Buffer A; homogenize by 50 strokes in a 1 ml glass-on-glass dounce homogenizer using the tight pestle (B). Optional: Check lysis by Trypan Blue (2 μl lysate + 2 μl Trypan Blue).

4. Spin crude lysate at 1000g for 15 min at 4°C. Discard the pellet (P1), which contains unbroken cells and nuclei.

5. Spin supernatant at 10,000g for 15 min at 4°C. Save the pellet (P2) for later processing (10K pellet contains heavy membrane fractions – rER, HD Golgi, PM, lysosomes).
6. Spin super at 15,000g for 15 min at 4°C. Discard the pellet, which contains any residual mitochondria.

7. Spin the super at 100,000g (50,000rpm if you’re using the TLA-100.3 rotor) for 1 hour in benchtop ultracentrifuge at 4°C. Mark the outside of the tube with a marker so you can tell where the pellet will end up. Save the pellet (P3) (100K pellet contains light membranes – sER, LD Golgi, vesicles). Also keep the super from this step (S3), which is the cytosolic fraction.
8. Wash 10K pellet (P2) 2X by resuspending in 500 μl Buffer A and pelleting (10,000g for 15 min at 4°C). Resuspend the final pellet in 50 μl Buffer A.

9. Resuspend P3 in 100 μl Buffer A. Do this by slowly ejecting buffer while simultaneously scraping the pellet off the wall of the tube using the pipet tip. 
10. Measure protein concentration. Run SDS-PAGE: 25 μg P2 (10K pellet), 25 μg P3 (100K pellet), and 25 μg S3 (cytosol). Each sample should be brought up to 30 μl with SDS-PAGE sample buffer.
