Bacterial Artificial Chromosome (BAC) Miniprep

Grow 2 ml of BAC clone in LB + antibiotic (kanamycin 50 g/ml for IGF BACs such as F9J23) at 37oC for 16 hours.

Transfer culture to microfuge tube, 1 ml at a time using P1000, and centrifuge at full speed for 1 min.  Remove supernatant with drawn-out Pasteur pipette, and place supernatant in beaker containing bleach.  Add remaining culture, spin again, and remove supernatant as before.  You should now have a big bacterial pellet.

Resuspend pellet in 200 l of solution I + lysozyme.  Be certain to resuspend pellet completely by scraping tube along microfuge tube rack.

Incubate for 5 min at room temperature (RT).

Add 400 l of solution II, mix gently by inverting five times, and incubate at RT for five min.

Add 300 l of solution III, mix gently as before, and freeze at –20oC for 5 min.

Centrifuge 10 min in microfuge, full speed, 4oC.

Remove 750 l of supernatant with P1000, being careful not to pick up any white junk, and transfer to new tube.  Add 450 l isopropanol, mix well.  Freeze –20oC for 5 min.  Centrifuge 15 min, 4oC, to pellet DNA.

Remove supernatant, add 300 l of cold 80% ethanol to wash pellet, spin immediately for 2 min in microfuge, 4oC.  Remove supernatant with drawn-out Pasteur pipette.  

Dry pellet on bench, resuspend dry pellet in 40 l TE, let resuspend overnight at 4oC.

Solution I

50 mM glucose

10 mM EDTA, pH 8.0

25 mM Tris, pH 8.0

autoclave.

Before use, remove required amount, and add lysozyme at 5 mg/ml.

Solution II

0.2 N NaOH

1% SDS

Solution III  (15 ml)

9 ml 5 M potassium acetate (KoAc)

1.725 ml glacial acetic acid

3.275 ml H2O

