
Protocol
PART I
1. Set the hot plate to 56º C ( “LOW” on the hot plate on top of the rotating platform)
2. If there is any precipitate in buffer ATL, place container in 56º C incubator until dissolved (the incubator with the door)
3. Write down all sample IDs in lab notebook with tissue types
4. Label 1.5 ml microcentrifuge tubes 1-i (“i” being the number of your last sample)
5. Add 180 ul of buffer ATL to each tube
6. Place ~25 mg of tissue in each tube (a small piece about the size of a small nerd)
7. Two options:
a. For “tough” tissues (e.g., skeletal muscle, heart, tail)
i. Place a homogenization bead into each tube
ii. Use TissueLyser to homogenize each (25 Hz, 20 seconds)
b. For “softer” tissues (e.g., liver, brain)
i. Skip to step 
8. Add 20 ul of proteinase K to each tube (NOTE: change tip for every sample)
9. Place tubes on 56ºC hot plate and turn on rotating platform
10. Leave samples for a minimum of 2 hours for soft tissue (e.g., liver, brain), 5 hours for tougher tissue (heart, skeletal muscle), and 7 hours for very tough tissue (tail)













PART II
1. Label spin columns 1-i (“i” being the number of your last sample)
2. Label microcentrifuge tubes with information for DNA extraction as follows:


3. Vortex each sample for 15 seconds
4. Do this for each sample one at a time:
a. Add 200 ul Buffer AL to the sample
b. Vortex the sample for 5 seconds
c. Add 200 ul ethanol (molecular grade) to the sample
d. Vortex the sample for 5 seconds
5. For each sample, pipette the mixture from step II.2 (400 ul) into your labeled spin columns that are placed in collection tubes
6. Centrifuge at 6000 x g (8000 rpm) for 1 min
7. Discard flow through and collection tube and place spin column in new collection tube (make sure discarded collection tube isn’t mixed with bleach in trash!)
8. Add 500 ul Buffer AW1 to each spin column (NOTE: change tips for every sample)
9. Centrifuge at 6000 x g (8000 rpm) for 1 min
10. Discard flow through and collection tube and place spin column in new collection tube
11. Add 500 ul Buffer AW2 to each spin column (NOTE: change tips for every sample)
12. Centrifuge at 20,000 x g (14,000 rpm) for 3 minutes
13. Carefully discard flow through and collection tube and place spin column in labeled 1.5 ml microcentrifuge tube (NOTE: during discard, column of spin column can’t come into contact with flow through)
14. 
