Protein Extraction of Yeast Cells, Denaturing
Vortex Method
-Collect 10mL culture over 2-3mL ice in culture tube.  OD660 ∼0.2 in Genesys Spec20 (∼1 - 2*107 cells/ml) 

-Pellet 2000RPM, 2 min, 4°C and pour off supernatant

-Add 1mL cold 1X TE to cells, RSS, and transfer to ufuge tube.

-Quickspin and remove sup.

-Add 100uL cold Yeast Extraction Buffer with inhibitors

-Add 150uL glass beads and vortex 10 min.
-Add 100uL 2x Sample Buffer with BME. 

-Vortex, Spin, and heat @ 75°C for 3-5 min (final denaturing of protein)

-Ready to load on Western or freeze at -20°C
Fastprep Method

-Collect 10mL culture over 2-3mL ice in culture tube.  OD660 ∼0.2 in Genesys Spec20 (∼1 - 2*107 cells/ml) 

-Pellet 2000RPM, 2 min, 4°C and pour off supernatant

-Add 1mL cold 1X TE to cells, RSS, and transfer to screw-cap tube (Sarstedt 72.694.006).

-Quickspin and aspirate sup.

-Add 400uL glass beads.

-Add 300uL 1X Sample Buffer with BME and protease inhibitors.

-Place tubes in FastPrep and clamp down

-Run FastPrep setting 6 for 20 sec.

-Remove tubes and quickspin.

-Heat at 90°C for 5 min.

-Centrifuge for 2 min

-Ready to load on Western or freeze at -20°C

Protein Extraction and Running Buffers

Yeast Protein Extraction Buffer

0.6%

SDS (Sodium Dodecyl Sulfate)

10mM

Tris Base (MW 121.1), pH7.4
Make 1L of Yeast Protein Extraction Buffer
6g

SDS
pH7.4

1.216g

Tris Base

QS

dIH2O

--1L Total

Add all chemicals to water.  Stir till dissolved.  Adjust pH to 7.4

2X Sample Buffer

(Need to freshly add inhibitors to Sample Buffer before breaking cells)

125 mM 
Tris-HCl
pH 6.8
20%

Glycerol

4.1%

SDS

0.005%
BPB (BromoPhenolBlue) 
4%

βME (βeta MercaptoEthanol, Sigma M-6250)

Make 250mL of 2x sample buffer

31.25 mL 
Tris-HCl (1M stock, pH 6.8)
50 mL

Glycerol (100% stock)
102.5 mL
SDS (10% stock)
0.625 mL
BPB (2% stock)
10 mL

βME (14.3M stock)

QS

ddH2O

--250 mL total

Freeze in 15 mL and 1 ml aliquots
Inhibitors

Aprotinin (Sigma A6279)

100X

PMSF (Phenylmethanesulfonyl Fluoride, Sigma P7626) MW 174.19

1000X = 100mg/ml = ~ 0.5M (87.1mg/ml is 0.5M)

Mix in DMSO

Freeze

Leupeptin (Sigma L-2884) 

Pepstatin A (Sigma P-5318)

1mg/ml each in DMSO = 100X

Mix Leupeptin and Pepstatin together so they are both 1mg/ml each in DMSO.

Freeze

Nappi 
100mM
Nappi (Tetrasodium Pyrophosphate, Sigma P-9146)

pH 7.3 = 100X
Make 100mL of 100mM Nappi 
4.46g
Nappi

80mL
H2O


-pH to 7.3 with HCl

QS
H2O

--100mL Total

Dissolve Nappi in water, pH will be around 10.  pH to 7.3 with HCl (doesn’t require very much).  QS to 100mL with H2O.  Filter Sterilize.  Store at RT
10X SDS-PAGE Running Buffer

Trizma Base


250mM (MW 121.1)
30.27g/L
pH 8.3

Glycine


1.92M (MW 75.07) 
144g/L

Sodium Dodecyl Sulfate
1% (MW 288.38)
10g/L

H2O






QS

Make 3L of 10X SDS-PAGE Running Buffer
Tris-Base
90.8g
pH 8.3

Glycine
432g

SDS

30g

H2O

2700mL

Add all chemicals to water.  Stir till dissolved.  Adjust pH to 8.3
Transfer Buffer
25mM

Tris Base (FW 121.1)

192mM
Glycine (FW 75.07)

20%

Methanol

Make 20L of Transfer Buffer

60.55g

Tris Base (FW 121.1)

288.27g
Glycine (FW 75.07)

4L

Methanol

QS

dI H2O

--20L Total
