Plasmid Prep (classical protocol)

MATERIALS:
100% ethanol stored at -20C

70% ethanol stored at -20C

TEL solution:
10mM Tris-HCl pH 8.0
1mM EDTA

5g/L lyzozyme

NAS solution (prepare fresh):
0.2M NaOH
1% SDS

KAC solution (pH 4.8):
60mL 5M KOAc

28.5mL acetic acid

11.5mL dH2O
PROCEDURE:
1) Resuspend the bacterial pellet in 200uL TEL solution.
2) Incubate 5min on ice.

3) Add 400uL NAS solution.

4) Mix very well by inverting (don’t vortex!).

5) Incubate 5min on ice.

6) Add 300uL KAC solution.

7) Invert the tube several times.
8) Incubate 10min on ice.

9) Spin for 4min at high speed.

10) Take 600uL of super into a new tube.
11) Add 1200uL of 100% ethanol stored at -20C.
12) Incubate 10min on ice.

13) Spin for 4min at high speed.

14) Discard the super.
15) Wash the pellet with 1mL of 70% ethanol stored at -20C.
16) Spin for 2 min at high speed.
17) Dry the DNA pellet at room temperature.

18) Resuspend the pellet in 50uL 1X TE.
19) Store at -20C.

