  “Dirty” Plasmid Prep


TENS REAGENT:   
Make up enough “TENS” for your samples by multiplying the sample number by 300 uL.  There is a “TENS” stock to which NaOH and RNase must be added fresh
 (amount necessary for 10 mL is in parenthesis; QS to 10 mL by adding 9.43 mL of dH20) 

0.01 M Tris-HCl- pH 7.8   (100 uL of a 1M stock)
0.002 M EDTA                     (20 uL of a 0.5M stock) 
5% SDS                                  (250 uL of a 20% stock)
1M NaOH                               (100 uL of a 10 M stock)
20 uL of RNAaseA               (20 uL of a 10 mg/mL stock)


PROTOCOL

1) Add 300 uL of TENS to an E. coli pellet (from 1.5- 5 mL of overnight culture)
Resuspend by pipeting up and down; it should be very viscous
        
2) Add 150 uL of 3 M NaAc pH 5.2
Mix well by inverting the tube a few times
 
3) Pellet chromosomal DNA and debris (2min at 13,000).  (your plasmid will be in the supernatant)

4) Carefully add supernatant to 900 uL of cold 95% ETOH (be sure not to add debris).   Pellet plasmid DNA (2min at 13,000). 


5) Carefully decant ETOH, resuspend in 1 mL 70% ETOH and pellet (2 min at 13,000).  REPEAT THIS STEP

6) Carefully remove all of the ETOH (with a pipet) and allow to air dry for 5 minutes.  Add 50 uL of Qiagen EB buffer to resuspend the pellet.

7) Store the plasmid preps at -20 or -80.
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