
Yeast Transformation Protocol (~ 300,000 transformants/microgram DNA)

1- Start a 50 ml YPD culture at a 1:100 dilution from o/n culture, grow at 30°C until

OD600 = 0.5-0.7.

2- Pellet 10 ml of cells for 5 min at 3K rpm per transformation.

3- Wash cells with 1 ml 1X LiOAc-TE solution. Pellet as above.

4- Resuspend in 100 ml 1X LiOAc-TE solution and shake at 30°C for 1 hour.

5- Transformation mix:

100 ml cells + transforming DNA (100 ng or less) + 50 mg carrier DNA

6- Incubate at 30°C for 30 min.

7- Add 0.7 ml PEG mix, mix well, incubate at 30°C for 1 hour.

8- Heat shock in 42°C water bath for 15 min.

9- Spin down at 4K rpm for 2 min to remove PEG, repeat to remove all traces of PEG.

10- Resuspend in 200 ml SOC media. Shake at 30°C for 20 min.

11- Dilute and plate.

1X LiOAc-TE Solution
Dilute fresh from stocks of:

10X TE buffer pH 7.5 (100 mM Tris-HCl, 10 mM EDTA)
10X Lithium acetate pH 7.5 (1M Lithium acetate)

PEG Mix
Final concentration: 40 % PEG, 1X TE and 1X LiOAc
Dilute fresh from stocks of:

50 % (w/v) PEG 4000 or 3350
10X TE
10X LiOAc

SOC Media
1 M Sorbitol
33.5 % YPD
6.5 mM CaCl2
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