Yeast Electroporation Protocol
Modified from Negar Rahmini (Jodi Camberg’s lab)

Making electrocompetent cells
1. Have a thick patch of S. cerevisiae parental strain grown up on a YEPD plate in advance. Grow 250 mL overnight cultures of yeast strain in YEPD media at 30C, shaking at 250 rpm. Start from plates and resuspend to OD of approximately 0.06 if from an older plate or 0.01 if from a new plate.
2. Take OD600 (dilute 1:10) until it reaches about 1.3-1.5 OD
3. Place entire volume of culture in sterile 250 mL centrifuge bottle
4. Centrifuge at 3000 x g for 5 min at 4C. Discard supernatant.
5. Wash with ~200 mL of ice-cold water twice with identical centrifugation.
6. Wash in 20 ml of ice cold 1M sorbitol and centrifuge again, as above.
7. Resuspend in smallest volume of ice cold 1M sorbitol, starting with 200 ul and up to 500 ul as needed.
Electroporation of cells
1. Add <5 ul of plasmid (0.1 ug) to 100 ul of electrocompetent cells. For ligations, add 8 ul. Mix via pipette. Incubate on ice for 5 min.
2. Transfer to prechilled 0.2 cm cuvette
3. Electroporate on presetting SC2 (1500 V, 5 msec)
4. Immediately add the cells to 1 mL of cold 1M sorbitol
5. Plate onto -ura selective plates. For plasmid transformation, plate 10 ul and 100 ul. For ligations, plate 100 ul and 500 ul. Put in incubator set to 30C. Colonies will be visible within 2-3 days for successful transformations.

