Phenol/Chlorform Extraction Protocol 

Materials

ATL Buffer, Proteinase K, and AE Buffer from Qiagen Kit

6M Potassium Acetate

Chloroform

Saturated Phenol

100% Isopropanol

70% Ethanol

Procedure
1) Add ‘grain of rice’ size piece of tissue to microcentrifuge tube containing 200uL of ATL Buffer (Qiagen Kit).

2) Homogenize thoroughly but gently.

3) Add 8uL ProK and mix well (vortex briefly)

4) Incubate at 56 C O/N in water bath.

5) After incubation, add 37uL 6M potassium acetate to each and mix well.
6) Spin down contents for 15 minutes at 4 C and at 14K rpm.

7) Remove supernatant to new microcentrifuge tube.

8) Add 200uL of ddH20 and mix.

9) Add 100uL of Chloroform to each tube.  Chloroform will sink to the bottom of the tube.

10) Add 400uL of saturated phenol to each tube.  Mix by inversion 50 times and put on ice for 5 minutes.

11) Spin tube for 5 minutes at R/T, 14K rpm

12) Transfer aqueous (top) layer to new microcentrifuge tube, avoiding any phenol.

13) Add 800uL Chloroform to each tube.  Mix by inversion carefully.

14) Spin tube for 5 minutes at R/T, 14K rpm.

15) Transfer aqueous (top) layer to new microcentrifuge tube, avoiding any chloroform.

16) Add 1mL of 100% isopropanol to each tube and place in -20C freezer, preferably  overnight.

17) Spin down 30 minutes at 4 C, 14K RPM. 

18) Dump supernatant, air dry pellet.

19) Rinse with 70% Ethanol

20) Resuspend in AE Buffer. (100-300uL)

