Plasmid MaxiPrep

TF Modification of Alkaline Lysis

This procedure results in over 4X the yield of DNA.  A260/280 ratio is superior to the Qiagen method (i.e. less protein contamination).  This is the old tried-and-true alkaline lysis method with some improvements and optional steps to increase the purity of the plasmid DNA and save time.  It takes about as long as the Qia maxi prep, although there is more “hands on” time, and is ~ 1/50th the cost.

1. Grow 250ml bugs in TFB overnight with 225 RPM shaking.

2. Centrifuge 12’. in 250 ml centrifuge bottle, JLA16.200 rotor, 7000 RPM.

3. Decant medium and resuspend pellets in 4ml each 10mM EDTA.

4. Lyse with 8 ml 0.2N NaOH, 1.0% SDS.  Incubate at RT, 5’.

5. Neutralize and precipitate genomic DNA and protein with 6 ml 3M KOAc, pH 5.5.

6. Filter precipitate into a clean 50ml conical tube through 2 kimwipes folded inside a 30 ml syringe.

7. Dispense equally into 2 Oak Ridge 35ml centrifuge tubes (should have about 18ml/tube).

8. Precipitate plasmid DNA with an equal volume isopropanol (18ml/tube).

9. Spin 10’ at 10,000 RPM, blue fixed angle rotor, Fisher tabletop centrifuge.

10. Decant supernatant, and dissolve pellet consisting of RNA and plasmid in 500(l TE.  The pellet will probably be smeared all over the side of the tube, so make sure to get all the nucleic acid.  Remove plasmid solution to an Eppendorf tube.

11. Add 5(l 20mg/ml RNase A, and incubate at room temp 30’.

12. Extract 1X with Phenol:Chloroform (1:1) using phase-lock gel heavy in a microfuge tube.

13. Extract 1X with Chloroform.

14. Precipitate DNA with an equal volume (500(l) isopropanol, incubation at RT 5’, and centrifugation 5’ in a microfuge.

15. Aspirate the supernatant, and wash pellet with 500(l 70% EtOH.  Incubate 5’ at RT., and spin 2’ to re-anchor pellet.

16. Resuspend pellet in 100(l-1ml TE buffer.  Quantitate spectrophotometrically (do a 1:500 dilution).

OPTIONAL:  If A260/280 ratio is above 2.0, you can remove free nucleotides from solution by passing DNA over a sephadex spin column, and eluting a second time with an additional 50(l TE.  A 250ml culture yielded approximately 2mg of plasmid with a A260/A280 ratio of 1.87!

