Rieseberg Lab Single Column DNA Extraction Protocol

Modified by Kate Ostevik, September 17, 2009

1. Harvest leaves and put ~50mg of fresh or frozen tissue or ~20mg of dry tissue into each tube

2. Add 2 beads to each tube

3. Start warming up the heating block to 65(C

4. Prepare lysis buffer

a. 400(L
Buffer AP1

b. 5(L
RNase A (20mg/mL)

c. 1(L
Reagent DX (add only when grinding in buffer)

d. 20(L
20% PVP (optional)

e. 4(L 
DTT (optional)


5. *Add 430(L lysis buffer to each tube if tissue is fresh

6. Place tubes in rack and sandwich between TissueLyser adapter plates

7. Grind samples for 1.5 min at 30Hz

8. Reorient rack within the plate sandwiches such that inner most tubes are now the outermost

9. Grind samples for 1.5 min at 30Hz

10.  *Add 430(L lysis buffer to each tube if tissue is dry or frozen and vortex

11.  Place tubes in the heating block for at least 20min

12.  Centrifuge tubes at 6000 rpm for 5 min

13.  Transfer supernatant to new tubes (discard the old tubes including beads)

14.  Add 170(L Buffer AP2

15.  Shake tubes vigorously up and down for 15 sec

16.  Spin tubes quickly to remove liquid from the caps

17.  Incubate tubes at -20(C for at least 20min

18.  Centrifuge tubes at 6000 rpm for 5 min

19.  Transfer supernatant to new tubes

20.  Add 900(L of Buffer AP3/E

21.  Shake tubes vigorously up and down for 15 sec

22.  Transfer 750 (L of sample including any precipitate which may have formed to DNeasy Mini Spin Columns

23.  Centrifuge tubes at 6000 rpm for 2 min and discard flow through

24.  Transfer the remaining sample to the columns

25.  Centrifuge tubes at 6000 rpm for 4 min and discard flow through

26.  Add 800(l of 70% ethanol to each column

27.  Centrifuge tubes at 6000 rpm for 2 min and discard flow through

28.  Add 800(l of 100% ethanol to each column

29.  Centrifuge tubes at 6000 rpm for 2 min and discard flow through

30.  Centrifuge tubes at 6000 rpm for and additional 10 min to dry the membrane

31.  Transfer columns to fresh collection tubes

32.  Add 100(L of TE directly to the column membrane without touching the membrane

33.  Incubate for 5 min at room temperature and centrifuge tubes at 6000 rpm for 2 min

34.  Add 100(L of TE directly to the column membrane without touching the membrane

35.  Incubate for 10 min at room temperature and centrifuge tubes at 6000 rpm for 2 min

36.  Discard columns and close collection tubes for storage

