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1. Mass 100 to 120 mg of fresh or frozen leaf tissue.

2. Grind in a mortar and pestle with liquid N to obtain a fine powder.

3. Immediately add 160 μl of prepared CTAB solution, warmed to 65 °C.
4. Mix well until forming the consistency of a paste.

5. Add 600 μl of "La Porta" solution.
6. Mix well to obtain a homogenous liquid.

7. Transfer to a labeled sterile 1.5 ml tube. 
8.  Add 100 μl of 20% SDS.
9. Shake vigorously with hands for approximately 1-2 minutes. 

10. Incubate for 5 minutes at 65 °C.

11. Shake vigorously with hands for approximately 1 minute and incubate for an additional 5 minutes at 65 °C. 

12. Remove tubes from heat.  Uncap and allow to cool for 2-4 minutes. 

13. Add 180 μl of cold (-20°C) Potassium Acetate Solution1.  

14. Shake for 1-2 minutes. 

15. Place in freezer for 5 minutes at -20°C.

16. Centrifuge for 20 minutes at 13,000 rpm. 
17. Transfer supernatant (approx. 600 μl) to new labeled 1.5 ml tubes.
18. Add 600 μl of cold (-20°C) Isoproponol.
19. Gently invert tubes a few times. You may or may not see strands of "DNA"
20. Place in freezer (-20°C) for 20 minutes2.
21. Centrifuge for 20 minutes at 13,000 rpm.

22. Discard the supernatant and invert tubes on a paper towel to remove remaining Isoproponol.

23. Add 600 μl of TE and mix until the pellet has dissolved3. 

24. Centrifuge for 10 minutes at 13,000 rpm.

25. Transfer the supernatant to new labeled 1.5 ml tubes. 

26. Add 600 μl of cold (-20°C) Isoproponol and 60 μl of 3M Sodium Acetate.

27.  Invert tubes to mix. 

28. Place in freezer (-20°C) for 10 minutes. 

29.  Centrifuge for 5 minutes at 13,000 rpm.
30. Discard the supernatant and invert tubes on a paper towel to remove remaining Isoproponol.
31. Dry remaining DNA pellet in a vacuum centrifuge or on a 55 °C hot plate. 

32. Resuspend the DNA pellet in 100 μl sterile H204. 
Notes:

1Potasium Acetate Solution can be replaced with an equal volume of 5M Potassium Acetate.  I have used both with equal results.

2This step can be extended to overnight or longer.  I generally leave samples overnight if time is not an issue. 

3If your application is more sensitive to contaminants (eg. direct sequencing or AFLPs or some microsatellite analysis) an extra wash in chloroform in place of the TE wash can be inserted here. I generally do this extra step when running microsatellites.
Following step 23 add 600 μl of 24:1 Chloroform-Isoamyl Alcohol and shake with hands to form an emulsion.  Centrifuge for 10 minutes at 13,000 rpm. Transfer the upper aqueous phase to new tubes (step 25) and continue with the procedure.
4If the DNA shows a brownish color (or sometimes even if it is not brown) a dilution may be necessary.  This generally dilutes compounds which can inhibit PCR.  Dilution can vary.  I have used dilutions from 1:20 to 1:80 (DNA extract: sterile H20).

Appendix: Solutions
"La Porta" solution (10 ml)

1 ml TRIS 1M

1 ml EDTA 0.5M

1 ml NaCl 5M

6.9 ml H20


This can be prepared in advance and stored at 4 °C. 

Immediately before use add…

100 μl β-mercaptoethanol
CTAB Solution (10 ml)

1 ml TRIS 1M

4.5 ml H20

200 mg CTAB

2.8 ml NaCl 5M

400 μl EDTA 0.5M

400 mg PVP-40

50 mg ascorbic acid

50 mg Diethyldithiocarbamic acid sodium salt (Sigma # D3506)

Again, this can be prepared in advance and stored at 4 °C.

Immediately before use add…

100 μl β-mercaptoethanol
20% SDS

200 g SDS

800 ml H20

Potassium Acetate 5M

49 g Potasium Acetate

100 ml H20

Potassium Acetate Solution

60 ml 5M Potassium Acetate

11.5 ml acetic acid

28.5 ml H20

Sodium Acetate 3M

40.8 g Sodium Acetate

100 ml H20

TE

1 ml TRIS 1M (ph8)

200 μl EDTA 0.5M

H20 to 100 ml
