Quick gDNA prep from yeast
- Label up 2 sets of microfuge tubes for each prep.
- To one set of tubes, add the following
200uL Yeast DNA Extraction Buffer

200uL
Phenol:Cholorophorm:Isoamyl alcohol (25:24:1) (phenol is in the bottom layer)

0.3g
Acid-washed Glass Beads (0.4 scoop) (Sigma G-8772)

- Scrape culture off plate with a tip and swirl in tube to remove yeast
- Vortex for 2 min (check for leaks after 30 sec)

- Quick spin to get liquid off lid
- add 200uL 1X TE pH 8.0

- Invert 

- Centrifuge 5 min – there will be several layers, glass beads, white layer of phenol, proteins and cell membranes, and the top aqueous layer contains the DNA
- To the other set of tubes
- Add 1mL EtOH (100%)
- Transfer the aqueous layer to EtOH (about 400uL).  Careful not to pipette the white layer or beads
- Add 10uL Glycogen (10mg/mL stock) (Sigma G8751-5G).  Glycogen aids in visualizing the pellet.
- Invert
- Centrifuge 5 min

- Pour off in sink and blot tube on paper towel.  Pour carefully in case pellet is loose.
**RNAse Treat if necessary, see below**

- 1mL 70% EtOH to wash away extra salts

- Carefully invert 1-2X

* Vacuum out all etoh.  Use new tip each time so you can get your pellet back if suck it up.

- 50uL 1X TE pH 8.0

- Vortex to dissolve.  Can place in 37°C waterbath to help dissolve.
**RNAse Treatment**

- 400uL 1X TE pH 8.0

- 3uL RNAse A (10mg/mL stock) (Sigma R-6513)

- Resuspend

- Place in 37°C waterbath at least 5 min.

EtOH precipitate

- 20uL Ammonium Acetate (2M stock)

- 1mL EtOH (100%)

- Invert 6X

- Centrifuge 5-10 min

- Follow steps above from *
Recipe
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.  

