
Yeast Transformation Protocol 

 

[Reagents] 

10X TE (Tris-HCL, EDTA, mixed to pH 7.5), dilute to 1X TE for using 

50% PEG3350 

1 M LiOAc 

Salmon sperm ssDNA (boil at 100 ℃ for 5 min and immediately keep in ice for 

use) 

 

[Protocol] 

Prepare Cells 

1. Pick single colony and inoculate into 5mL YPD culture at 30℃ overnight.  

2. Dilute 50 µL into 5 mL YPD (1/100 dilution), and then culture to OD~0.6. 

3. Harvest to collect the yeast cells in 15 mL tube. (centrifugation, 2000 rpm, 2 

min) 

4. Resuspend yeast with 1 mL 1X TE (pH 7.5), and transfer into 1.5 mL tube. 

(1st wash) 

5. Repeat the step 3&4 for the 2nd wash.  

6. Harvest as step 3 and resuspend in 250 μL 1X TE. 

 

Prepare Transformation Mix 

7. While the meantime, prepare as many pairs of 1.5 mL tubes (tube A&B) as 

transformations may need to use.  

Tube A: 480 μL 50% PEG 3350, 60 μL 10X TE (pH 7.5), vortex to mix.  

Tube B: 3 μL ssDNA + 10 μL linearized plasmid DNA (2 μL plasmid cut with 0.5 

μL Pme I with 1 ul 10X NEB Cutsmart™️ Buffer in total 10 μL at 37 ℃ for 30 min) 

8. Add 100 μL cells to each tube B and then transfer the mix to each tube A, 

vortex. 

9. Add 60 μL of 1 M LiOAc to each tube A and vortex. 

 

Heat Shock  

10. Incubate 30 min at 42 ℃. 

 

Plate Cells  

11. Centrifuge the tube at 2000 rpm for 2 min to collect yeast cells. 

12. Resuspend in 1 mL selective complete media liquid (SD-C) to wash and 

then centrifuge at 2000 rpm for 2 min again. 

13. Resuspend in 50 μL SD-C and plate on the SD media. 

 

Test the transformation colony after 36 h culturing on the SD media. 


