
REVISED DNA EXTRACTION PROTOCOL 
 
Ingredients: lysis buffer, SDS (20%), proteinase K, NaCl (5M), chloroform, nanopure water 
 
1. Into a clean 1.5 mL microcentrifuge tube, add: 
 613 µL lysis buffer 
 30 µL SDS 20% 
 7µL proteinase K 
 A small piece of the sample 

It is faster to just add each solution individually than to make a batch of mix. Add sample 
first if large; liquid first if sample is small). 
Incubate overnight at 55°C, inverting several times every 30 minutes. 

 
2. The following morning, add 

375 µL NaCl (5M) 
Invert slowly to mix and then allow to settle for 30 minutes. 
 
3. Spin for 30 minutes at 14,000 rpm 
 
While these are spinning: 
4. Get out a fresh set of 1.5mL tubes, add 750 µL chloroform to each, then close the lids and 
label. 
 
5. Then get out a third set of fresh tubes, add 750 µL isopropanol to each, then close the  lids 
and label (this is the final tube).  Be sure not to mix these up with the chloroform tubes!  (Set 
these out of the way.) 
 
6. When the samples have finished spinning, remove 800µL of supernatant (top layer) from 
each tube, and add it to the CHLOROFORM tube. 
Invert 40 times to mix. 
Spin for 10 minutes at 12,000 rpm. 
 
7. Remove supernatant (approximately 720 µL) and place into the ISOPROPANOL tube 

***Be careful not to suck up the proteins in the interface!!!*** 
Invert 40 times. 
Allow to sit on the lab bench for at least 30 minutes, and up to three hours.  If you will be away 
longer than this, place them in the fridge. 
 
8. Spin 30 minutes at 14,000 rpm 
Remove isopropanol supernatant (top layer); leave pellet of DNA on bottom.  To do this, 
gently pour the isopropanol out of the tube, with the pellet side of the tube facing up.  Blot any 
remaining liquid on a towel, and carefully pipette out as much liquid as possible. 
 
8. Dry DNA pellet in concentrator (program 1). 
 
9. Resuspend DNA with 100 µL of nanoH2O 


