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Grinding of Frozen Plant / Fungal Material

1) Grind plant (leaf) or fungal material provided in liquid nitrogen using a pre-cooled mortar and pestle.

2) Using a Pre-cooled metal spatula transfer a small amount of crushed tissue to a 1.5ml micro-centrifuge tube. Continue to next step immediately. Do not allow sample to thaw.

Ensure that PPE equipment is worn. Specifically insulated gloves, a long sleeve gown and eye protection as liquid nitrogen can cause severe frostbite.

Note: Allowing sample to thaw can inhibit extraction of DNA due to DNase activity.

DNA Extraction

1) Add 400 ml of Buffer AP1 and 4 ml of RNase A stock solution (100 mg/ml) to a maximum of 100 mg of ground tissue and vortex vigorously. 

2) Incubate the mixture for 10 min at 65(C on a heating block. Mix 2-3 times during incubation by inverting tube.

Heating Can Cause Lids of Micro-centrifuge Tubes to Pop Open. Ensure Care When Handling. Eye Protection Must Be Worn At All Times.

3) Add 130 (l of Buffer AP2 to the lysate, mix, and incubate for 5 min on ice.

AP2 Buffer Contains Acetic Acid, Avoid Contact.

4) Apply the lysate to the QIAshredder spin column (lilac) sitting in a 2 ml collection tube and centrifuge for 2 min at maximum speed.

5) Transfer flow-through fraction from step 5 to a new standard 1.5 ml microcentrifuge tube (not a 2 ml collection tube) without disturbing the cell-debris pellet.

6) Add 1.5 volume of Buffer AP3/E to the cleared lysate and mix by pipetting. For example, add 675 (l of Buffer AP3/E 450 (l of lysate. 

AP3 Buffer Contains Guanidine Hydrochloride. Avoid Contact.

7) Apply 650 ml of the mixture from step 7, including any precipitate which may have formed, to the DNeasy mini spin column sitting in a 2 ml collection tube. Centrifuge for 1 min at ( 6000 x g (corresponds to (8000 rpm on your microcentrifuge) and discard flow-through. 

8) Repeat step 8 with the remaining sample. Discard flow-through and collection tube.

9) Place DNeasy column in a new 2 ml collection tube (supplied), add 500 ml Buffer AW to the DNeasy column and centrifuge for 1 min at ( 6000 x g (corresponds to (8000 rpm). Discard flow-through and reuse the collection tube in step 10.

10) Add 500 ml Buffer AW to the DNeasy column and centrifuge for 1 min at maximum speed. Discard flow-through and dry collection tube by inverting and tapping tube on paper towel on bench. Spin again for 1 min at maximum speed and immediately proceed to step 11.  Discard flow-through and collection tube. 

11) Transfer the DNeasy column to a new standard 1.5 ml microcentrifuge tube (not a 2 ml collection tube) and pipette 50 ml of Buffer AE directly onto the DNeasy membrane. Incubate for 5 min at room temperature and then centrifuge for 1 min at ( 6000 x g ((8000 rpm) to elute.

12)  Discard the column. Put the carefully labelled microcentrifuge tube containing the DNA sample in the rack labelled for storage at –20oC.

Person must be trained in School chemical and biological safety procedure, spill safety procedures and centrifuge operation. 


PPE: long-sleeved gown, closed shoes, gloves, safety glasses and heat proof gloves when handling hot containers. 











