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Plasmid Minipreps

1. Grow single colony overnight in 3mL LB + antibiotic(when picking transformants first dot colony on to a LB plate with a grid in case culture fails)

2. Transfer 1 mL to a 1.5 mL Eppendorf tube and save the remainder at 4 C

3. Spin in centrifuge at room temperature for 40 s

4. Discard supernatant by aspiration

5. Add 100ul of STET and vortex to resuspend pellet(store STET at 4C)


STET: 8% Sucrose


8g



5% Triton x-100

5mL



50 mM Tris-HCl pH 8.0
5mL of 1M Tris-HCl pH 8.0



50 mM EDTA 

10mL of 0.5 M EDTA







q to 100mL with H20

6. Add 25 ul of 10 mg/mL lysozyme and vortex

Lysozyme prepared in 10mM Tris-HCl pH 8.0/1mM EDTA and kept on ice, or stored at -20C

7. Boil for 45 seconds (exactly)

8. Centrifuge for 15 min at 13000 rpm

9. Remove and discard lysed cells (use a sterile tooth pick to grab pellet)

10.  Add 125ul of isopropanol and vortex

11. Spin in centrifuge at room temperature for 10 min and aspirate off the supernatant

12. Resuspend pellet in a 25 ul volume of tris pH 8 and add 80-100 ug/mL of Dnase free pancreatic Rnase (roughly 1 ul of 5mg/mL stock pre 25uL volume)

13. For subsequent diagnostic digests I usually digest 4-5 uL of miniprep in a 20 uL digest with bout 4 units of enzyme.  Then I add 2 ul of 10 loading buffer directly to the digest and run out 10 uL.  This way is something goes wrong you can just re-run the other half

