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Transformation

(for pair-wise Y-2-H only)
Day 1 

1. Streak out yeast cells (e.g. Y190) on a freshly made YPD plate. Culture at 30 C for 24h.

2. Autoclave toothpicks, 1.7 ml eppendorf tubs, tips (1ml, 200 (l and 20 (l)  and ddH2O.

3. Prepare selective plates.

Day 2

1. Boil 10 mg/ml ssDNA (Salmon sperm DNA) at 100C for 5 min, then leave on ice

2. Add 1 ml of sterile ddH2O to an ep tube. 

3. Scrape about 20 (l blob of fresh Y190 cells from the plate and suspend in ddH2O.

4. Spin cells down at 14,000 rpm for 30 sec. Discard the supernatant.

5. Add in order:

                               a. 50% PEG 3350
240 (l/transformation

                               b. 1M LiAc

36 (l/transformation

                               c. 10 mg/ml ssDNA
10 (l/transformation

                               d. dd H2O 

make up the volume to 360 (l

                               e. DNAs  

1(g each/transformation

6. Vortex to suspend cells

7. incubate cells at 42 C for 1h or longer

8. Pellet cells at  14,000 rpm for 30 sec. Discard supernatant as complete as possible.

9. Resuspend cells in 200 (l dd H2O

10.  Plate the cells on selective plates. Incubate at 30 C for 3-4 days or longer. (Sometimes it may take more than a week for the colonies to grow. You’ll always get some false positive colonies. However, the real ones will grow biger and biger,   and the false ones will stop growing at some point. Then you can tell the difference).

Note: always include good positive and negative controls!

Solutions and medium:

1. YPD: 
       1L in total

Yeast extract 

10 g

Peptone

10 g

Glucose

20 g

Adenine

100 mg

ddH2O

to 1000 ml

Bacto-agar

15 g

Autoclave at 121C.

About 30 ml/plate.

2. Synthetic Complete medium (SC):            600 ml in total  

Difco yeast Nitrogen Base (w/o amino acids)
4 g

Glucose





12 g

10 x amino acid mix




60 ml

dd H2O 





to 600 ml

Bacto-agar





10 g

Autoclave at 121C.

About 30 ml /plate.

3. 10 x complete amino acid mix :   1L in total
Isoleucine


300 mg

Valine


1.5 g

Adenine


200 mg

Arginine


200 mg

Lysine


300 mg

Methionine


200 mg

Phenylalanine

500 mg

Tyrosine


300 mg

Uracil



200 mg

Homoserine


1 g (or threonine
2g)

 Dissolve in H2O to total volume of 1L. autoclave at 121 C for 30 min. Cool down and store at 4C.

4. Histidine:  0.2 mg/ml in ddH2O

5. Leucine:   1 mg/ml in ddH2O

6. Tryptophone  0.2 mg/ml in ddH2O

7. LiAC:  

Dissolve 6.6 g LiAC (MW 65.99) in 90 ml ddH2O. Adjust volume to 100 ml. Autoclave at  121C.

8. 50 % PEG 3350 (the concentration is very IMPORTANT!):

  Put 50 g PEG 3350 (Sigma) in 70 ml ddH2O. Stir until dissolved (takes more than 30 min). then adjust volume to 100 ml. Filter sterilize.  (autoclaving is also OK, but the concentration may be changed after autoclave).

9. 10 mg/ml ssDNA:

   Add 200 mg salmon sperm DNA into 100 ml TE buffer. Autoclave for 30 min. Aliquot DNA and store at –20C.

   TE buffer= 10 mM Tris.Cl pH 8.0 + 1 mM EDTA pH 8.0

10 1M 3-AT:

  Dissolve 1.7 g 3-AT (MW 84.08) in 20 ml ddH2O. Filter sterilize. 
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