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Harvesting yeast
Freezing on liquid nitrogen

This is a standard method that is good for most experiments; cells are simply spun down and snap frozen. 

Measure the OD of the cells and calculate the cell density (using a lookup table). From this, calculate the number of ml needed
Spin down cells 30s at 14,000rpm in 1.5ml tubes (tube brand is important… with many brands, the cells stick to the sides of the tube and do not pellet), or spin 5min at 3,000g in Falcon tubes for larger volumes
Pipette off the media and discard. For cells in 1.5ml tubes, it is smart to follow the 2-step spin described in the ‘Why won’t my cells pellet?’ section below to get larger and more consistent yields
Add more culture if required and spin again, discard the media

Freeze cell pellet in liquid nitrogen

Store at -80(
Fixing in ethanol

This is also a good general purpose harvesting method as the fixed cells are good for DNA, RNA or protein extraction and for PFGE and FACS. It avoids the use of liquid nitrogen and the fixed cells can be handled in a more relaxed manner. It is also good for protocols that require fixation, eg: aged cell isolation.

Just spin cells down as above, re-suspend in 1 media volume of 70% ethanol and store at -20( or -80(. It may freeze at -80(, in which case run under cold water to thaw. You can resuspend the pellet, remove part and leave the rest of the smaple frozen which is very useful.

To use cells, just spin down the required amount, wash in cold water or PBS and perform your protocol as normal.

Rapid fixing in ethanol
Ethanol fixation is also very good for short time courses as cells are instantly fixed – rather than spinning down the cells, just take an aliquot of cells and add to 100% ethanol in another tube at a final ratio of 2ml media to 5ml ethanol, see below. However, this is incompatible with some media components (eg. GABA) and it can be difficult to re-suspend the fixed pellet. 
Add 2ml cells OD 0.5 to 5ml ethanol in a 15ml falcon tube


This amount can be increased, but keep media:ethanol ratio the same


Cold ethanol (ie. -60( tubes on dry ice) is supposed to fix faster

Store tubes at -20( or -80( until ready to process

Spin 4,000rpm for 5 minutes, pour off liquid

Add 1ml H2O and eject blue tip into falcon tube if there is a visible pellet
Vortex until pellet is dissolved, the blue tip should vibrate against the pellet

Decant cell suspension into a 2ml Fisher tube, spin for 30s at 14,000rpm

Aspirate off the supernatant
Place tube on ice and proceed with protocol
Why won’t my cells pellet?
(or Where are my $#*!ing cells?)
It is not uncommon when trying to harvest cells, particularly from a dilute culture, to find that they won’t pellet however hard you spin them. This occurs because in a fixed angle centrifuge the cells first coat the back wall of the centrifuge and only if there are further cells do some of them start to collect in a pellet. For unknown reasons, cells in synthetic media are much worse for this. Here is how to quantitatively recover these cells – also use this method if it is critical that you do not lose any cells:
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Spin cells in a normal 1.5ml tube (not LoBind – these don’t work well) 15s at top speed. You may or may not see a pellet

Hold the tube at this angle, and carefully pipette off all but the last 100-150ul keeping your pipette tip against the TOP surface of the tube. Start with the tip near the surface of the liquid and slide it down as you remove the liquid. Watch for cells pulling off the bottom surface towards your tip and stop immediately if you see this.
Vortex briefly and spin again 15s at top speed. Your cells should now form a tight pellet allowing you to remove the remaining liquid.

You can remove less liquid the first time and do two rounds of this if necessary.
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