YEAST TRANSFORMATION USING LITHIUM ACETATE METHOD

MATERIALS:
• Sterile 1X TE/1X LiAc (Prepare only the volume needed, immediately prior to use)

Mix: 1.1ml of 10X TE and 1.1ml of 1M LiAc, add dH2O up to 10ml.
• Sterile PEG/LiAc solution (Prepare only the volume needed, immediately prior to use)


Mix: 1ml of 10X TE and 1ml of 1M LiAc and 8mL of 50% PEG 3350.

•Sterile 0.9% NaCl

• YPD Plus Liquid Medium.

• Herring testes carrier DNA (10mg/ml)
• Sterile DMSO 
• YPDA or the appropriate SD liquid medium

• Appropriate SD agar plates (100-mm diameter) (Allow SD agar plates to dry (unsleeved) at room temperature for 2–3 days or at 30°C for 3 hr prior to plating any transformation mixtures.)

PROCEDURE:

Competent cell prep:
1. Inoculate 3 ml of YPDA with a fresh colony (2-3mm in diameter). 

2. Vortex vigorously for 5 min to disperse any clumps. 

3. Incubate at 30°C for 8-12hr with shaking at 250 rpm. 

4. Transfer 5 µL into a 250-ml flask with 50ml of YPDA and 
5. Incubate for 16-20hrs with shaking at 250 rpm, until OD600 reaches 0.15–0.3. 

6. Centrifuge at 750xg for 5min at RT.

7. Resuspend the cells in 100ml of YPDA.

8. Incubate at 30°C for 3-5hr with shaking at 250 rpm, until OD600 reaches 0.4–0.5.
9. Centrifuge at 750xg for 5min at RT.

10. Resuspend the cells in 60ml of dH2O.

11. Centrifuge at 750xg for 5min at RT.

12. Resuspend the cells in 3ml of 1.1X TE/LiAc.

13. Centrifuge at high speed for 15sec.

14. Resuspend the cells in 600 µL of 1.1X TE/LiAc.
Transformation (small-scale):
1. Heat-denature herring testes DNA at 100oC for 5min and then immediately place on ice.
2. Pre-mix: 0.1-1 μg of plasmid and 0.1 mg of herring testes DNA in a 1.5-ml tube. 

Notes: 
• For simultaneous cotransformation (using two different plasmids), use 0.1 μg of each plasmid. 

• For transformations to integrate a reporter vector, use at least 1 μg of linearized plasmid DNA in addition to the carrier DNA. 

3. Add 50 µL of competent cells and gently mix by vortexing. 

4. Add 500 µL of PEG/LiAc and vortex at high speed for 10 sec. 

5. Incubate at 30°C for 30 min with shaking at 200 rpm. 

6. Add 20 μl of DMSO and place in tubes in 42C water bath for 15min. Vortex gently every 5min. 

7. Centrifuge at high speed for 15sec.

8. Resuspend the cells in 1ml of YPD Plus Liquid Medium.

10. Centrifuge at high speed for 15sec.

11. Resuspend the cells in 1ml of 0.9% (w/v) NaCl.

12. Plate 100 μl per SD agar plate. Also spread 100 μl of a 1:1000, 1:100, and 1:10 dilutions.
13. Incubate plates, up-side-down, at 30°C until colonies appear (generally, 2–4 days).
