STET (Fast & Cheap) E. coli DNA Prep

***Used to get DNA to do test digest.  Can be used for later cloning***

1. Grow strain in 2ml of LB + amp overnight

2. Pour culture into 1.5ml micro-centrifuge tubes

3. Quick spin culture into a pellet, and suck off suppurate.

4. Resuspend in 300(l STET buffer by vortexing.

5. Add 25(l STET lysozyme and immediately heat to 100(C in a boiling water bath for 90 sec.  Then cool in ice bucket.

6. Spin for 15 min and remove "snooty" pellet with a toothpick.

7. Add 300(l isopropanol to supernatent, mix well and freeze at -70(C for 15 min.

8. Spin for 15 min., remove isopropanol, and dry in 37(C incubator or speed vac.

9. Resuspend in 50-100(l TE+Rnase.

10. Use 1-2(l for 10(l test digests.

STET buffer




For 1 liter

8% sucrose

80 g

5% triton X 100
50 ml

50 mM EDTA

18.6 g

50 mM Tris

6.05 g

pH solution to 8.0

STET lysozyme

10 mg/ml lysozyme in STET buffer

Freeze 1.5ml aliquots

