“Salt Out” genomic DNA Protocol – a work in progress
Protocol
Day 1
1. Place flies to be ground in a labeled 1.5 ml test tube (~5-10).

2. Make enough TES buffer plus Proteinase K solution for experiment. Need 400 ul per 1.5 ml tube. For each 400 ul of TES buffer add 8 ul of Proteinase K (20 mgml, New England Biolabs).

3. To each tube with flies add 100 ul of TES buffer with Proteinase K.

4. Squish flies with motorized pestle. Use a clean pestle with each sample. Put used pestles in wash beaker by sink.
5. Add 300 ul of TES buffer with Proteinase K to each sample.

6. Incubate samples overnight in incubator at ~55-60oC.

Day 2
1. Add 173 ul of 5M NaCl to each tube and shake to mix.
2. Pellet debris by spinning tube in microfuge at RT for 30 minutes.

3. Transfer 500ul of sample to a new labeled 1.5 ml tube.

4. Add 750 ul of 100% Ethanol (found in freezer) to each tube and mix by inverting tube four times. Note: It is best to do no more than 10 samples at a time because DNA gets hard to spin out if it has been sitting too long.

5. Spin DNA out of tube on a glass capillary (Fisher 12-141-8, Kimax-51).

6. Rinse DNA by gently dipping capillary with DNA into a 1.5 ml tube with 70% ethanol (about 500ul, found in freezer).
7. Resuspend DNA in at least 150 ul of TE pH between 7-8).

8. Try using 1 ul of DNA solution in a PCR.
Recipes:

TES Buffer (50mM Tris pH 8.0, 100mM EDTA, 0.5% SDS)

To make 500 ml

            25 mL 1M Tris pH 8.0

          100 mL 0.5M EDTA

            25 mL 10% SDS

          350 mL milli-Q

    Sterile filter and store at room temperature.
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