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1) Reagents:



LB or TB




Glucose


0.5 M

EDTA (pH 8.0)


1 M

Tris (pH 8.0)


5 M

NaOH


10%

SDS


5 M

Potassium acetate



Glacial acetic acid




Phenol/chloroform/isoamyl alcohol (Roche 10100x)


10 mg/mL
Pancreatic RNase A (5Prime 5-888777)

2) Solutions:
Solution I:





Solution II:


50 mM

glucose


     0.2 M
NaOH (0.2 mL/5 mL)


10 mM

EDTA (2 mL/100mL)

     1 %

SDS (0.5 mL/5 mL)


25 mM

Tris-Cl (2.5 mL/100mL)
     make fresh


filter sterilize & store at 4C

Solution III:


3 M

potassium acetate (60 mL KOAc/100 mL)


2 M

acetic acid (11.5 mL glacial/100 mL)

3) Protocol:
a) Innoculate 2 mL media with appropriate antibiotic & shake ON at 37C for 12-16 hrs.

b) Pour media into microfuge tube.  Pellet at 5000 rpm 2 minutes, and pour off the media.

c) Resuspend by vortexing in 100 uL Solution I until completely dispersed

d) Add 200 uL fresh solution II and gently invert until solution is clear

e) Add 150 uL of solution III, and gently invert several times

f) Spin 15 minutes in microfuge 4C at max speed

g) Pipet supernatant into another tube, add 200 uL phenol chloroform, and shake vigorously.  Spin at max speed for 2 minutes, and pipet upper phase into another tube.

h) Add 2.5 volumes (~1 mL) of cold ethanol and mix by inverting.  Leave at –20C for ten minutes (or 0.7 volumes of isopropanol at RT for 5 min).  Spin 10 minutes at max speed at 4C.  Remove supernatant and rinse pellet with 70% ethanol.

i) Pour off ethanol, and allow pellet to dry.  Add 50 uL of water containing 10 ug/mL RNase A.

