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Isolation of Yeast Chromosomal DNA

Pick yeast colony and innoculate
into 3 ml YPD

28 30

1.5 ml

(

suspend

37

overnight shake

in microtube
‘ TF Centrifugation for 5 sec

ppt
“%——optional 1.5 ml YPD culture
||
Y
Ppl
< 300 ml SET [1.2 M Sorbitol

20 mM tris-HCI

10 mM EDTA pH7.5]
+——20 m Zymosoln.

\ / - 3 mg/ml Zymolyase 100T
by vortexing in SET -10% 3 -MeOH
Zymo 100T 3 mg
30 min SET 0.9 ml
¢<_50 ml of 10% SDS B -Mercaptoethanol 0.1 ml
1 ml
mix store at 4

‘4—200 ml Phenol/Chloroform (Phe/Chl)

mix by vortexing 20 30 sec

*4— 200 ml Phe/Chl
ll? 3 min Y
mix
Upper. |H-?
into new tube
<4——800 ml EtOH upper 200 pl
mix slowly 20 ml 3 M NaOAc
Observe DNA precipitation.
Pour off supernatant 500 ml EtOH
No centrifugation
Dry ppt
dry
TE 100 200 mi

Completely dissolve in 200 m TE
Use 300 or 400 ml TE if DNA 1s much)

Add 2 m of10 mg/ml RNase solution

37

\

15 min




