7/18/96. 8/15/00

Maxi-plasmid DNA Prep

1) Use fresh culture left from mini-prep (0.5 ml) or use freshly transformed cells from a plate (inoculate with a 10 ul loop of cells)

2) Use terrific broth (Gibco): 200 ml H2O, 10g terrific broth powder, 2ml 50% glycerol, 0.2 ml Amp (100 mg/ml), grow for 10-12 h at 37oC for MC1061 or 12-14 h for DH5a

Use M9 medium: 10 g M9 salt, 10 g casamino acid, 10 ml M9 addition, 1 L 

          H2O, 1 ml Amp (100mg/ml), grow for 24 h at 37oC

3) Spin down cells using one L bottles (4.2 Krpm, 15 min, J-6 rotor)

4) Drain the medium and store the cell pellet at -20oC (for easy resuspension of the cell pellet) 

5) Add 40 ml soln I (10 mM EDTA, pH8, store at 4oC) and resuspend cells

6) Add 80 ml fresh soln II (fresh 0.1N NaOH, 1% SDS at room temp), mix well and shake for 5 sec. The suspension should turn clear, keep at room temp

7) Add 30 ml soln III (dissove 1kg KOAc in 2.5 L H2O, add 600 ml Acetic acid, fill up to 4 L, store at 4oC), mix by inverting the bottle several times (don't shake too hard)

8) Spin at 4.2 Krpm for 5 min

9) Pour through a layer of wet miracloth (use 250 ml bottles)

10) Add isopropanol (fill the bottle), invert the bottles to mix

11) Spin at 4.2 Krpm for 5 min, drain isopropanol

12) Rinse the pellet gently with 10 ml 95% EtOH (to dry the pellet faster)

13) Invert the bottle to drain EtOH (5-10 min, don't vacuum dry)

14) Resuspend the pellet with 3.5 ml 10 mM EDTA (shake at 100 rpm for 5 min)

15) Transfer to a 15 ml tube, adjust the volume to 4.7 ml

16) Add 5.5 g CsCl, mix well (turn on the tube sealer )

17) Add 0.3 ml EtBr (10 mg/ml), mix well, spin at 3 Krpm for 5 min to pellet junk

18) Transfer to a 5.5 ml quick seal tube, seal the tube

19) Spin at 80 Krpm for 3 h or 60 Krpm for 12 h

20) Pull the DNA band (0.5-2 cm) with a 3ml syringe and a 20 gauge needle

21) Add 1-2 vol of H2O, extract with 7 ml of n-butanol (saturated with 1M NaCl) twice in a 15 ml tube

22) Add three vol of 95% EtOH to precipitate the DNA

23) Resuspend plasmid DNA in 0.5-3 ml (2 mg/ml) H2O or TE, dilute 1 ul in 49 ul digestion mix, incubate for 1-2 h with restriction enzymes and load 5 ul onto the gel

to check the pattern, DNA quantity/quality and RNA contamination. Store DNA at

 -20oC

