Cold Osmotic Shock

Release of periplasmic protein fraction from E. coliby cold osmotic shock
Modified protocol from Neu & Heppel, 1965:
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Centrifuge E. coli cell suspension for 5 min at 14,000 g (4 °C) to collect the cells

Discard the entire supernatant

Resuspend the cells in ice-cold Cell Fractioning Buffer 1. The resulting volume should
be 1/4 of the former suspension volume

Incubate for 20 min on ice. Invert the suspension at regular intervals to counteract
sedimentation

Centrifuge the cell suspension for 15 min at 14,000 g (4 °C)

Discard the entire supernatant

Resuspend the cells in ice-cold Cell Fractioning Buffer 2. The resulting volume should
be 1/4 of the former suspension volume

Incubate for 10 up to 20 min on ice under regular invertion

Centrifuge the cell suspension for 15 min at 14,000 g (4 °C)

Save the supernatant, which contains the periplasmatic proteins and membrane
proteins



http://www.jbc.org/content/240/9/3685.full.pdf+html?sid=4a90c176-0ec3-489f-8c82-4734274cebf5
http://2014.igem.org/Team:Bielefeld-CeBiTec/Notebook/Media#FractioningBuffer
http://2014.igem.org/Team:Bielefeld-CeBiTec/Notebook/Media#FractioningBuffer

