BAC miniprep protocol   

(note:  for southerns and pcr, it seems that the QIAprep spin miniprep kit works, just elute x2 40ul each with H20)

1. Broth culture DNA

2. Spin down ~1.4mL culture for 1 min on a tabletop c’fuge

3. Remove excess broth, and resuspend pellet in 100ul 10mM EDTA

4. Add 200 ul 0.2N NaOH, 1% SDS  

5. Add 150ul 5M KOAc, pH 4.8 (147.3g KoAc, 115mL glacial acetic acid, add H20 to 500mL total, solution stored at 4 degrees)

6. Spin and place liquid phase (i.e. not smeared cell walls) into a clean tube

7. Phenol Chloroform extract DNA:

a. Add equal volume of Phenol:Chloroform 

b. (optional) add ~200ul of Phase-Lock (heavy) gel

c. Spin for 3-5 mins on tabletop c’fuge

d. Aspirate acqueous (top) layer into a clean tube

e. Add 2.5 volumes of 100% EtOH to precipitate DNA (should see clear, viscous DNA coming out of solution)

f. Spin for 5 mins on a table top centrifuge

g. Carefully vacuum off alcohol, taking care not to disturb loosely-adhered pellet (whitish)

h. Wash pellet by adding 500ul 70% EtOH and then spinning 5 mins, and removing alcohol w/o disturbing pellet

i. Resuspend washed pellet in 25-50 ul TE buffer  

