DNA prep
1. Place each tail in labeled tube along with 500ul tail lysis buffer and 5ul proteinase K.

2. Place tubes in thermomixer at 55 degrees and 650 rpm overnight, or for several hours until tail is dissolved.

3. Add 100ul of phenolchloroform (phchl.) to each tube and centrifuge for 5 minutes.

4. Remove 450ul from the top of the solution in each tube and transfer to a new tube.  Add 100ul of phchl to each new tube and centrifuge for 5 minutes.
5. Remove 400ul of supernatant from the tube and transfer to new tube, add 100ul phchl, and centrifuge.

6. Remove 350ul of supernatant from the tube and transfer to new tube, add 100ul phchl, and centrifuge.

7. Remove 300ul of supernatant and add to a new tube already containing 300ul of isopropyl.  A clot of DNA should appear.

8. Centrifuge for 5 minutes.

9. After centrifuging, a small pellet of DNA should be visible in the bottom of the tube.  Carefully pour or pipet off the supernatant.  If you are working with a large number of samples, centrifuge only a few at a time, as the pellet will begin to re-suspend after sitting for a while and will be poured out of the tube along with the supernatant.

10. Add 100ul of 75% ETOH to the DNA pellet.

11. Centrifuge for 5 minutes.

12. Pipet the ETOH from the tube, leaving the DNA pellet in the bottom.  Be sure to remove all alcohol from the tube.

13. Add 500ul TE buffer to each tube and refrigerate samples.

PCR

1. Thaw the PCR mix.  (PCR mix = 10x buffer, MgCl2 and DNTP)

2. Put primers and Taq on ice.

3. Make up the master mix:

4.5ul of PCR mix

0.5ul of Taq

0.5ul of each primer

?ul of H2O (however much is needed to make a total of 25ul, including 1ul of template)

4. Once master mix is made, be sure to keep it on ice.

5. Add 1ul of template (DNA) to each tube.  Once each tube contains template, put all tubes on ice and add 24ul of master mix.

   ***be sure to always keep any mix that contains both primers & taq on ice***

6. Invert tubes several times to blend template and mix together.

7. Start program on PCR machine.  Wait until block temperature has reached at least 85 degrees, then put all samples into the machine and restart it from the beginning of the program.

Running the gel
1.  To make 2% agarose solution, add 4mg agarose to 200ul of TAE or TBE

2.  Once gel is hardened, add 5ul of ethidium bromide to approximately 1 liter of 


TAE or TBE and cover gel until liquid is just above gel surface.

3. Add 2ul of blue 10x buffer to each sample, and load into the gel.

4. Run gel approximately 10 volts for every 1 centimeter of gel.  
