Quick and Dirty Plasmid Prep

Grow 2 ml cell culture in 2X YT plus antibiotic overnight at 37oC with shaking (200 rpm).

Harvest 1.5 ml of cells into 1.5 ml microfuge tubes by spinning at top speed for 1 min.  Remove supernatant into bleach with drawn-out Pasteur pipette or P1000.

Resuspend pellet thoroughly in 180 l ice-cold Solution I (25 mM Tris, pH 8, 50 mM glucose, 10 mM EDTA).  Use pipet tip or vortex well or scrape along tube rack.

Add 400 l fresh Solution II [0.2 N NaOH, 1% SDS; for each ml of Solution II, use 100 l of 10% SDS and 50 l of 4N NaOH, 850 l H2O].  Mix by inversion 3 times.  Do not store solution II on ice or the SDS will precipitate out.

Add 330 l ice-cold Solution III (6 ml 5M KOAc, 1.15 ml acetic acid, 2.85 ml H2O).  Mix by inversion 3 times, chill on ice 5 min.

Spin in microfuge, top speed, for 10 min at 4oC, transfer 800 l of supernatant to clean tube using P1000.

Add 480 l isopropanol, mix well, let sit 5 min RT.

Spin 10 min, remove supernatant.

Do 250 l 80% ethanol wash, vacuum or air dry pellet.

Resuspend pellet in 40 l TE, use 5-10 l per digest.  Be sure to add RNase to digest because the large pellet is mostly cellular RNA! 

