DNeasy-like Plant DNA Extraction Protocol
Buffer AP1 – aka Lysis Buffer
10 mM Tris-HCl pH8.0

1 mM EDTA pH 8.0

0.1% SDS

0.1M NaCl

+1X PVP 
+10mM DTT 
+ RNase (optional; add fresh prior to use)

Buffer AP2 – aka Protein Precipitation buffer

3M potassium / 5M acetate

made by adding:

 60 ml of 5M potassium acetate (98.14 g in 200 ml dH20)

11.5 ml of glacial acetic acid 

28.5 ml dH20

(do not autoclave)

Buffer AP3/E – aka Binding buffer
1M Guanidine Hydrochloride (4.78 g GH in 50 mL 100% EtOH)

(do not autoclave)
Buffer AW – aka Ethanol Wash

70% EtOH (do not autoclave)
Buffer AE – aka Elution Buffer
TE Buffer

made of:

10 mM Tris-HCl, pH 8.0

1 mM EDTA, pH 8.0

Part 1: Disruption of tissue
1) Place the tissue (50-100 mg) into a 2 ml microcentrifuge tube with 1-2 stainless steel beads. Add 400 µl of Buffer AP1.
2) Place the tubes into the homogenizer adapter set and fix into the clamps of homogenizer.  Grind the samples for 1 min at 30 Hz.

3) Disassemble and reverse the position of the tubes.  Grind again for 1 min at 30 Hz.

Part 2: DNA Preparation

1) Incubate mixture for 10 min (minimum) at 65°C.  Mix 2-3 times during incubation by inverting tube.

2) Add 130 µl of Buffer AP2 to the lysate, mix and incubate for 10 min (minimum) on ice.

3) Centrifuge for 6 min @ max rpm.

4) Transfer flow-through fraction to a fresh microcentrifuge tube, without disturbing the pellet. (About 450 µl of lysate is typically recovered)
5) Add 1.5x volumes of Buffer AP3/E. Mix by pipetting. 
6) Apply 650 µl of the mixture including any precipitate to the spin column sitting in a 2 ml collection tube.  Centrifuge for 1 min @>8000rpm.  Discard flow-through.  Reuse collection tube in next step.

7) Repeat step 7 with remaining sample.  Discard flow-through.

8) Add 500 µl Buffer AW to the spin column and centrifuge for 1 min @>8000rpm.  Discard flow through and reuse the collection tube in step 10.  Repeat.
9) Add 500 µl of 100% Ethanol to the spin column and centrifuge for 2 min or until membrane is dry on max speed.

10) Carefully remove the spin column from the collection tube and transfer to a 1.5 or 2 ml microcentrifuge tube and pipet 100 µl of Buffer AE directly onto the membrane.  Incubate for 5 min at room temperature and then centrifuge @6000 rpm for 1 minute.

11) Repeat step 10 once. Store at -20/-80°C (long-term) or 4°C (short-term).
Part 3: Determination of Yield and Purity

1) Yield and purity are determined using a spectrophotometer measuring absorbance at 260 and 280 nm.
2) Absorbance of 1 at 260 corresponds to 50 µg of DNA per ml.

3) Pure DNA has an absorbance 260/280 ratio of 1.7-1.9.  260/230 ratio should be higher than your 260/280.
4) Be aware that the Adams lab nanodrop seems to overestimate higher concentrations.  Always run a sample on an agarose gel to confirm quality and relative concentration.

