PREPARATION OF GENOMIC DNA

1. Re-suspend cell pellets (2g)  in 5 ml of Lysis Buffer (10 mM NaCl, 20 mM Tris-HCl (pH 8.0), 1 mM EDTA, 2 % (w/v) SDS)
2. Add 100µl of 100 mg/ml proteinase K and 100µl  of 50 mg/ml RNase A.
3. Mix gently and incubate 6 hours or overnight at 50°C.
4. Extract the DNA by gentle inversion with an equal volume of phenol/chloroform/isoamyl alcohol pH 8 (25:24:1) for 10 minutes at room temperature.
5. Centrifuge the DNA at 4000 rpm at 4°C for 15 minutes and transfer the upper aqueous layer with a wide-bore tip (just  cut-off the sharp end  of a 1 ml tip).
6. Add an equal volume of chloroform/isoamyl alcohol (24:1).  Mix gently by inversion for 10 minutes at room temperature.
7. Centrifuge the DNA at 4000 rpm at 4°C for 15 minutes and transfer the upper aqueous layer with a wide-bore tip into a new 15 ml tube.
8. Repeat steps 7-8 two more times
9. Transfer the upper aqueous layer with a wide-bore tip into a new 15 ml tube.
10. Add 1/10 volume of 0.3 M NaOAc (pH 5.5) and 2.5 volumes of ethanol on top of the DNA solution. 
11. Collect DNA by using a sterile tip, and transfer into a new clean tube.
12. Add 5 ml of  70% (v/v) ethanol; centrifuge
13. Discard supernatant, centrifuge again
14. Remove any liquid residue from the tubes by pipetting and dry samples for 15 min at RT
15. Dissolve the DNA in 5 ml of TE buffer. 

16. Check the quality of the genomic DNA by NanoDrop and by electrophoresis through a 0.3% (w/v) agarose gel. 
NOTE: May use lambda DNA (50 kb) as a size standard. Good-quality DNA above or with lambda DNA.

