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Yeast Protein Isolation
All reagents should be at 4(C and samples handled on ice until 2min spin
Spin down 1-1.5x107 log-phase cells in a 2ml tube, wash cells with 1 ml water


You can freeze the cell pellet in N2 and process later

This can be scaled up 5x – increase the volume of all the reagents by 5x except the acetone, do two washes with 1ml of acetone*
*for low cell number process samples straight after MEP Rapid Aging Purification, include 1x cOmplete Protease Inhibitors in buffers during MEP purification
Re-suspend cell pellet in 100(l water

Add 15(l 2N NaOH w/ 80mM DTT
 (freshly added), vortex, ice for 10 minutes

Add 15(l 50% TCA, vortex, ice for 10 minutes


Samples can be held indefinitely at 4( at this point

Spin 2min 14,000rpm at RT
Pipette off supernatant into TCA waste, add 1ml ice-cold acetone

Invert to mix then spin 2min 14,000rpm at RT 

Pipette off acetone and dry briefly
For normal samples

Re-suspend pellet in 40(l sample buffer, vortex and heat at 65( for 5 min
 

Vortex again until pellet is gone (pipetting can help too)

Heat 5 min at 65( again

For low cell number 
Resuspend in 20(l  of Laemlli buffer containing freshly added 100mM DTT 

Heat 5 mins at 95°C

Spin the sample for 30s at top speed and transfer supernatant to new tube, store -20(
Quantification and loading:

Measure concentration by OD280
. Use buffer including DTT as a reference since DTT absorbs at this wavelength

Add 10x Orange G to each sample to 1x final concentration before loading
For samples in Sample buffer: 

Heat 10min at 65(, spin briefly and load on gel 
(Don’t place samples on ice as they will solidify!)
For samples in Laemlli buffer: 

Heat 5min at 95(, spin briefly and load on gel 

Sample buffer:




10ml :

70mM Tris pH6.8
700µl of 1M

8M urea

4.8g



5% SDS

2.5ml 20% (the good stuff from Biorad)



1mM EDTA

20µl of 0.5M







water to 9ml, warm gently to dissolve




100mM DTT

Add from 1M stock just before use

Laemlli buffer:           60mM Tris pH 6.8

                                   10% Glycerol

                                   2% SDS (from the high quality 20% stock)

Make this to 90% final volume, then just before use add

                                  10% 1M DTT (giving final concentration of 100mM DTT)

10x Orange G:

0.1% Orange G in water
� 7.4% β-mercaptoethanol can be used, but the process needs to be performed in the fume hood


� don’t heat samples above 70( in this buffer as the proteins will aggregate


� Diluting and measuring by Bradford assay is probably more accurate
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