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DNA EXTRACTION FROM MUSCLE

Equipment and Materials

· Mortar

· Pestle

· 1.5 ml Eppendorf tubes

· Isopropanol
· Liquid nitrogen

· Phenol

· Proteinase K

· RSB buffer 

· TE buffer

SOLUTIONS
RSB buffer 

10 mM Tris-HCl, pH 7.4
10 mM NaCl
25 EDTA
1% SDS
(add 1mg/ml proteinase K right before use)
TE buffer
10 mM TRIS

1 mM EDTA
pH 8.5 with HCL

Keep solutions at room temperature.
Procedure

1. Crush approximately 50 mg (30-75 mg) frozen muscle with mortar and pestle to a fine powder. Keep muscle in liquid nitrogen and do not let it thaw. Keep mortar and pestle cold with liquid nitrogen.
2. Add muscle to 0.5 RSB buffer containing 1 mg/ml proteinase K (use 1.5 ml Eppendorf tubes throughout the procedure).
3. Incubate at 50°C for approximately 2 hours until solution is homogeneous.

4. Add 50 µl 5 M NaCl

5. Extract with phenol: SEVAG (equal volumes, 250 µl phenol, 250 µl SEVAG). 

6. Mix by turning tubes upside down. Do not Vortex at any point.

7. Remove aqueous phase – extract again with phenol:SEVAG, same as above.

8. Remove aqueous phase and extract with ether (approximately 2 volumes).

9. Add cold isopropanol – approximately 1:1 or 1:2 volumes (fill up the Eppendorf tube). Mix by turning tube upside down. 

10. After DNA precipitates, spool it out using micropipettes with flamed tips. [If not enough to spool out, centrifuge, remove supernatant and wash pellet with 70% Ethanol]. Immediately put into 70% Ethanol (approx. 0.5 ml).

11. Centrifuge, dry pellet, resuspend in TE buffer (20-100 µl, depending on yield).
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