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TRAFO

Inoculate 4ml YPD and shake overnight at 30(, meanwhile do the PCR
Amplify the insert by PCR using Phusion or Takara LA in a 40(l reaction (see the PCR protocol and Yeast Genetic Manipulation protocol) 
Run 3(l of this on a gel – there should be a lot of product
Dilute culture to 0.125x107 cells/ml, 4ml per transformation, grow at 30( until cells are at 2x107 cells/ml (approx. 6 hours).
,

Spin cells 1 min 4,000rpm at RT

Meanwhile, boil an aliquot of 2mg/ml salmon sperm DNA for 5 minutes (can re-boil an aliquot many times), place on ice until required

Pour off media, add 4ml water, vortex to re-suspend then spin as above

Pour off water, re-suspend in 1ml water and transfer to a 1.5ml tube
If doing multiple transformations, split the cell suspension into 1.5ml tubes

Spin up to 10,000rpm then down at RT, pipette off supernatant and discard
To each tube add in the following order:


PEG 3350 50% w/v

240(l


PCR product


34(l


Salmon sperm DNA

50(l


LiAc 1.0M


36(l

Vortex to re-suspend and incubate 40 minutes at 42( 

Spin down 30s 14,000rpm at RT, discard supernatant

Add 40(l water, pipette to re-suspend and spread on plate

Plates:  For auxotrophic selection, plate cells directly on selective plate. For antibiotic selection, plate overnight on YPD/YPG then replica plate on selective plate.
Selective Media:

If you are transforming into a strain with a previous genetic change, you may need to select for that as well as your new insertion. This is true when:

a) You have a plasmid in the strain – plasmids are rapidly lost if cells are not kept under the appropriate selection

b) There is significant homology between your current insertion and an existing insertion in the strain. This is particularly true of the pFA6a plasmids where the His, Kan, Nat and Hyg markers all have the same promoter and terminator. You must select for all of these constructs that are present (so if your strain already carries a Kan marked deletion and a His marked GFP tag and you are transforming in a Hyg marked deletion, you should plate your transformation on  –His+Kan+Hyg plates). Failure to do this results in lots of colonies without your desired insertion.

Solutions:

PEG 3350 50% w/v: Place 100g PEG 3350 in a beaker, add water to 200ml. Stir on magnetic plate until dissolved (many hours). Add water to 200ml. Sterilise using a filter flask (takes a long time to draw through…). Store at RT.

1M LiOAc: 1M LiOAc in water, sterilised by autoclaving. Store at RT.

Salmon sperm: Add 100mg salmon sperm DNA (Sigma – this is weird stringy stuff that needs to by cut with a razor blade) to 50ml TE in a 50ml tube, mix on roller until dissolved (few hours). Split into 1ml aliquots and freeze. Don’t make this by stirring in a beaker as this results in a stirrer and beaker that are completely coated in fish DNA that will turn up in all manner of sensitive experiments!

� If cells are slow growing, start them at a higher OD, but transformations also work well with less cells so don’t worry too much about the absolute cell number


� If you have to use synthetic media or non-glucose media, try to stick to 6 hours growth and adjust the starting cell number upwards.


� Preferably in a water bath as this seems to give more transformants
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