Ethanol Precipitation

For 10μL Cycle Sequencing Reactions

(Can be modified to clean up other types of samples)

KEEP SAMPLES IN DARK AS MUCH AS POSSIBLE!

1. Set centrifuge to cool to 4 °C.

2. Mix 7.5M Ammonium Acetate with 100% Ethanol and vortex briefly.

For half-reactions:

1uL Amm. Ac./sample

27.5 μL EtOH/sample

3. Add 28.5 μL of mix from step 2 to each cycle sequencing half-reaction and vortex.

4. Centrifuge samples @ about 4000 rpm for 30 min at 4 °C. (Don’t let samples sit for more than 5 min after spin or DNA may resuspend)

5. With ten minutes left in spin, turn centrifuge temperature back to 25 °C.

6. Take out samples, remove lids, and cover openings with several paper towels folded in half.  Gently invert samples and shake.  DO NOT BANG PLATE ON THE COUNTER!!!  Check tubes and repeat if necessary.  

7. Get new dry and clean paper towels and load towels and samples inverted into centrifuge.  Spin @ 600 rpm for 3 min.  (watch rpm!!!)

8. After spin, check that samples are dry.  If not, spin again.  (You want to get out all EtOH with unicorporated dye terminators.)

9. When samples are dry, add 200 μL 70% EtOH to each sample, put on lids, and spin @ 4000rpm for 5 min at    25 °C.

10. Repeat step 6.

11. Do inverted spin @ 600 rpm for 5 min at 25 °C.  Make sure most of the EtOH is gone.  Repeat short spin if necessary.

12. Place under hood to dry for 15-20 minutes.

13. Resuspend in 5 μL loading solution for half-reactions, vortex, spin down, and put in –20 °C freezer until ready to run.  (If you plan to store your samples for a while, we recommend storing them dried down and resuspending closer to your sequencing run because formamide will eventually degrade DNA)

