DNA Salt Extraction Protocol


Materials Needed:
TKM Buffer (see recipe)
Proteinase K solution (Qiagen Cat.# 19131)
6M NaCl
20% Sodium Dodecyl Sulfate (SDS) – VWR Catalog # - EM-7990
100% ETOH
70% ETOH
TE Buffer – Invitrogen Catalog # 12090-015 or can make a standard TE buffer

Recipe for TKM Buffer (to make 1 Liter)
10mM Tris, pH 7.6 (FW = 121.1)	=	1.21g Tris
10mM KCL (FW = 74.56)		=	0.75g KCL
2mM EDTA (FW = 372.2)		=	0.74g EDTA
4mM MgCl2 (FW = 95.22)		=	0.38g
dH20					=	1 liter

Recipe for Saturated 6M NaCL (FW = 58.44)
100ml water + 35.0g NaCL
*If salt crystallizes out overnight, remake.  This doesn’t work as well.

1. If you are using tissue, weigh out about 50mg of tissue and homogenize with a glass rod in 200ul TKM buffer until the solution looks milky. Liver or spleen works best. If you are doing germinal discs, GDs should have been stored in 70% ETOH. Before extraction, centrifuge and resuspend the pellet in 200ul TKM buffer. 
2. Add 20ul proteinase K and 37.5ul SDS and incubate tube for 15 minutes at 56 degrees.
3. Add 200ul 6M NaCl let sit for a minute and then add 300ul TKM buffer.
4. Centrifuge at max speed (14,000rpm) for 10 minutes.
5. Transfer 500ul of supernatant to new 1.5ml tube containing 900ul 100% ETOH. There will be some yolk floating around in there. Just do your best to avoid it. 
6. Centrifuge at max speed (14,000rpm) for 10 minutes.
7. Pour off supernatant and add 500ul 70% ETOH.
8. Centrifuge at max speed (14,000rpm) for 10 minutes.
9. Aspirate off supernatant and dry pellet for an hour or two.
10. Add 10-30ul TE buffer and incubate tube in heat block at 56 degrees for 10 minutes.
11. [bookmark: _GoBack]Vortex really well and then quick spin to get liquid to bottom of tube before using nanodrop to quantify DNA quantities. 





