Yeast Transformation
-Grow 100mL yeast culture to stationary phase
-Sterilize 250mL centrifuge bottle


Rinse 1X with 95% EtOH (dirty kind)


Rinse 2X with ddH2O

-Pour culture into sterilized bottle…transfer tape label as you go

-Pellet 6000RPM for 10min JA-14 Beckman Rotor

-Pour off supernatant carefully but quickly

-Add 5mL 1X LiOAc/TE 
-Vortex to resuspend
-Pour into medium culture tube…transfer tape label as you go

-Pellet 2000 RPM for 2min…can check supernatant for contaminants here
-Pour off supernatant carefully but quickly

-Add 1mL 1X LiOAc/TE
-Put carrier DNA into 70°C for a few minutes (Herring Sperm DNA)

-Label small culture tubes

-Add 30uL carrier DNA to bottom of tube  !Must do this first!

-Add 2uL for plasmid DNA

-or 30uL for digested integrating plasmid

**Must include No DNA control and Vector alone control**
-Add 100uL of prepared yeast, resuspend well first

-Vortex

-Add 1mL 1X LiOAc/TE/40% PEG
-Vortex
-Incubate 30°C for 30min

-Directly into 42°C for 30min

-Add 2mL ddH2O, no mixing is necessary
-Pellet

-Pour off supernatant

-Vortex

-Plate for single colony on selective media

Yeast DNA Extraction Buffer

2%

Triton X-100

1%

SDS 

100mM
NaCl

10mM

Tris pH 8.0

1mM

EDTA (Na2EDTA)
Make 1L of Yeast DNA Extraction Buffer

20mL

Triton-X-100

10mL

SDS (10% stock)

20mL

NaCl (5M stock)

10mL

Tris-Base (1M stock, pH 8.0)

2mL

EDTA (0.5M stock, pH 8.0)

938mL

dI H2O

--1L Total

Add all ingredients to dI H2O and mix well.  Filter sterilize into 100mL bottles.  

Lithium Acetate Solution (LiOAc) and PEG

5X LiOAc
(also called 5X LiOAc/TE)

500mM
LiOAc 
(Sigma L6883)

50mM

Tris pH 7.5-8.0

5mM

EDTA

Make 1L 5X LiOAc Soln (also called 5X LiOAc/TE)
51g
LiOAc

50mL
Tris (1M Stock pH 7.5-8.0)

10mL
EDTA (0.5M Stock)

QS
H2O

--1L Total

Dissolve all ingredients in H2O.  Pour into small bottles and autoclave or filter into small bottles.

PEG

Make 1L of 50% PEG

500g
Poly Ethylene Glycol 3350 (PEG 3350)
(Sigma P3640)

QS
H2O

--1L Total

It’s important to use PEG with the number 3350.  Use a bottle with 1L marking on it.  Add PEG to 700mL H2O.  Heat the soln. in 50degree water bath till PEG goes into solution.  QS to 1L mark on bottle.  Mix, pour 100mLs into 125mL bottles and autoclave.

40%PEG/1X LiOAc/TE

25mL
LiOAc Soln (5X)

100mL
PEG (50%)

--125mL Total

