Ian’s CTAB/Chloroform/Isoamyl Alcohol DNA Extraction Protocol
1. Pre-heat incubator block to 60-65 °C

2. Transfer filter and cellular material using a clean wooden applicator stick to 15 mL polypropylene tube (pre-labeled)

3. Physically disrupt filter and cellular material using wooden applicator sticks until everything is a homogeneous sludge

4. Incubate 15 mL tube for at least 1 hour @ 60-65 °C

5. Add 2 mL of 48:2 chloroform:isoamyl alcohol to each 15mL tube with homogenized material

6. Shake to mix

7. Immediately transfer to clinical centrifuge and spin @ 4500 rpm for 20 min.

8. If a clear aqueous layer isn’t present, add an additional 2mL of soluble phenol, and repeat steps 6-7

9. Remove 850 μL of the aqueous layer (using sterile technique and aerosol tips) twice from each 15 mL tube for a total of 1.7 mL.  Add each 850 μL volume to a pre-labeled 1.5 mL centrifuge tube.  There will be 2 eppendorf tubes for each 15 ML tube you began with.

10. Add 600μL of isopropanol to each eppendorf tube.
11. Invert 12-15 times to mix and immediately spin fro 30 min. @ 14K rpm
12.  Carefully decant supernatant into a chloroform waste beaker.  The pellet may be invisible.

13. Allow pellet to air dry for 1-2 hours (tubes inverted on Kimwipes in a hood)

14. Resuspend pellets in 20 μL of sterile H2O using areosol tips and put in 4°C overnight
15. Place tubes in -20°C for storage.

