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Yeast DNA isolation low cell number
If cells are fixed in 70% ethanol then wash with 100µl 50mM EDTA, otherwise do not wash. To pellet low cell numbers in 1.5ml tubes, add 0.01% Triton. 
Re-suspend pellet in 50µl Buffer A (with DTT and lyticase) by gentle pippetting, incubate at 37( for 45 minutes

Spin 5min at 1,000g, re-suspend pellet in 80(l buffer B (no RNase A!!) containing 1µl 20mg/ml proteinase K by gentle pipetting, incubate 30 min at 65(
After this point, handle sample only with cut tips. Do not vortex at any point.
Add 32(l 5M KOAc, flick to mix and incubate 30 minutes on ice

Spin 10min at top speed at RT, pipette the supernatant into a 1.5ml tube using a cut tip 

Add 100(l pH8 phenol/chloroform, mix on wheel for 30min, spin 10 min at 10,000g in hood, extract upper phase with a cut tip
Add 250µl ethanol and 1µl of glycogen, flick to mix, incubate >1 hour at -30°
Spin 15min top speed at 4(, wash pellet with 70% ethanol, dry 10 min at RT

Add 17µl TE incubate overnight at 4(
Next morning flick gently to mix (be gentle with this!)
For southern blot analysis:

Add 2µl 10x buffer and 1µl restriction enzyme, mix and incubate for ~3 hours at 37(
Quantify 2x 0.2µl of DNA from the digests using PicoGreen, and put the required amount of digest in a new tube. 

Add 4µl 6x blue loading dye and load onto gel.

Buffer A:
1.2M sorbitol


50mM EDTA



10mM DTT (added fresh from 1M stock)


340U/ml lyticase (added fresh) 

Buffer B:
0.3% SDS



50mM EDTA

TE:

10mM Tris pH8.0


1mM EDTA

Lyticase:
8.5U/µl lyticase



10mM Na Phosphate pH7.0



50% glycerol

Weigh out a few mg solid lyticase (Sigma L4025, our low grade material not the super high quality stuff used for PFGE), calculate the required amount of buffer (the activity per mg should be written on the side of the pot) and dissolve by pipetting. 
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