Protocol

DNA Isolation from vertebrate tissue using salt precipitation
Ingredients:

	Ingredient
	Final concentration

	Extraction buffer

Tris
NaCl

EDTA  

Make up to 500 ml and adjust pH to 8.0

Lasts indefinitely
	  10 mM

100 mM

 10 mM



	SDS

Last about a week at room temp.
	0.50%

	Proteinase K (20mg/ml stock)
	10 µl per reaction

	100% ethanol (store in freezer)
	

	70% ethanol
	

	TE buffer
Tris
EDTA

Autoclave – lasts indefinitely
	10 mM

 1 mM


Protocol:
1. Remove a small tissue section (e.g. 0.5 cm2 fin tissue) and place in labeled Eppendorf tube.

2. Add 500 (L extraction buffer and 10 µl proteinase K to each tube. Mix by inverting.
3. Incubate overnight at 55(C. All tissue should be digested
4. Add 250 (l 5M NaCl to each tube.

5. Shake vigorously (>20X).

6. Spin 10 minutes at max speed.

7. Carefully transfer supernatant into fresh tube with 700 (l ice-cold 100% ethanol and mix gently by inverting. You may see some DNA as white fluff – if not, don’t worry. 
8. Spin tubes for 5 min at max speed. You should now see a white pellet – if not, worry!
9. Remove supernatant without disturbing DNA and replace with 1 ml 70% ethanol (removes salt). Change pipette tips between samples to avoid contamination.
10. Mix by inversion (50x).

11. Centrifuge for 5 min. at maximum speed.

12. Remove supernatant. Be careful not to disturb the DNA pellet, which will probably not stick to the wall any longer. Remove as much supernatant as possible. Change pipette tips between samples to avoid contamination.
13. Air dry at room temperature 30 minutes before resuspending.

14. Resuspend in 100 (L TE (may take half an hour sitting on the bench). Vortexing at low speed may help.
15. Store samples at 4(C (short term) or -20(C (long term).

