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Contributed by Sarah Prewitt

Required Solutions:
Yeast colonies / cultures of interest
YPAD or SD-HIS broth (or other selection, as appropriate)
Harju Lysis Buffer (2% Triton X-100, 1% SDS, 100 mM NaCl, 10 mM Tris-HCl, pH 8.0, 1 mM EDTA, pH 8.0)
Dry ice or liquid nitrogen
Chloroform; 95% & 70% ethanol; ice; TE (optional); RNase (optional)

1.	(Alternate) Colonies from a fresh selection plate can be used directly after 2-3 days growth:  Pick the desired colonies, resuspend in 200 µL Harju Lysis Buffer, and continue at step 4.
1. (Preferred) Pick desired colonies from a selection plate and resuspend in 2 mL SD-HIS broth (or other selection as appropriate) and grow overnight (~20 hr) at 28-30 °C and 200 rpm.  Alternatively, YPAD (faster growth but no selection) can be used if the colonies and selection plates are fresh (i.e., without storage at 4°C).
2. Transfer 1.5 ml of liquid culture to microcentrifuge tubes and harvest the cells at ~13,000 rpm for 5 minutes.  Aspirate off the supernatant.
3. Add 200 µl of Harju Lysis Buffer and resuspend the cells by vortexing. 
4. Immerse tubes in a dry ice/ethanol bath or liquid nitrogen for 2 minutes (until completely frozen), transfer to a 95°C water bath for 1 minute to quickly thaw, shake thoroughly or vortex for 10 second.  
5. Repeat step 4.  These freeze-thaw cycles break open the cells; vortexing is harsh and may shear the larger DNA.
6. Add 200 µl of chloroform; shake thoroughly or vortex 2 minutes.
7. Centrifuge for 3 minutes at room temperature and ~13,000 rpm (~20,000 g).
8. Transfer the upper aqueous phases to fresh microcentrifuge tubes containing 400 µl 95% ethanol.  Mix by inversion or gentle vortexing (i.e., finger vortex).
9. Precipitate the nucleic acids by incubating on ice for 5 minutes, or precipitate at ‑20°C to increase yield.
10. Centrifuge 5 minutes at room temperature and ~13,000 rpm (~20,000 g); aspirate off the supernatant.
11. Wash the pellets with 1.0 ml 70% ethanol and aspirate off the supernatant, removing as much as practical (if a pellet dislodges from the side of a tube during the wash, spin as described above before aspirating, or just be really careful to not suck up the pellet)
12. Air-dry the pellets at room temperature or in a “speed vac” centrifuge vacuum dryer (no need to add heat).
13. Resuspend in 25–50 µl sterile DI water.  Samples obtained directly from plates should be resuspended in 10 µl since the yield will be less. (Optional: TE [10 mM Tris, 1 mM EDTA, pH 8.0] can be used, but the salt content may compromise subsequent electroporation into E. coli).
14.  (Optional) The sample will contain all nucleic acids, add ~0.5 uL RNase if desired (the same stuff we use for plasmid mini-preps from E. coli, there should be stocks made up); or use as commercial cocktail as per the manufacturer’s instructions (e.g., 0.25 µl RNase cocktail from Ambion).  This step is not necessary for PCR analysis or electroporation into competent E. coli.
15. Analyze by PCR and/or electroporate into E. coli (heat shock transformation is possible, but transformation efficiency may be too low).
16. Store the isolated DNA at ‑20°C.
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