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Centrifuge & Spill Procedures may apply



Hazard Identification & Risk Assessment 
Reagent (Producer)
As provided by the kit

	Hazard
	Assessed Risk
	Selected Control/s
	Reasons

	Buffer AP3/E

Contains guanidine hydrochloride
	3,5
	PPE
	

	Buffer AP2

Contains acetic acid
	5
	PPE
	

	RNase A

Contains ribonuclease
	6
	PPE
	


The standard classification of hazardous substances uses the terms:

1. Very Toxic 

2. Toxic 

3. Harmful 

4. Corrosive 

5. Irritant 

6. Sensitiser 
Procedure

1. TissueLyser procedure: Place the sample material (_100 mg wet weight or _20 mglyophilized tissue) into a 2 ml safe-lock microcentrifuge tube, together with a 3 mm tungsten carbide bead. Freeze the tubes in liquid nitrogen for 30 s.

2. Place the tubes into the TissueLyser Adapter Set 2 x 24, and fix into the clamps of the TissueLyser. Immediately grind the samples for 1 min at 30 Hz.

3. Disassemble the adaptor set, remove the tubes, and refreeze in liquid nitrogen for 30 s.

4. Repeat step 4, reversing the position of the tubes within the adaptor set. Proceed immediately to step 5.

5. Add 400 μl Buffer AP1 and 4 μl RNase A stock solution (100 mg/ml) to a maximum of 100 mg (wet weight) or 20 mg (dried) disrupted plant or fungal tissue and vortex vigorously.

6. Incubate the mixture for 10 min at 65°C. Mix 2 or 3 times during incubation by inverting tube.

7. Add 130 μl Buffer AP2 to the lysate, mix, and incubate for 5 min on ice.
8. Recommended: Centrifuge the lysate for 5 min at 20,000 x g (14,000 rpm).

9. Pipet the lysate into the QIAshredder Mini spin column (lilac) placed in a 2 ml collection tube, and centrifuge for 2 min at 20,000 x g (14,000 rpm).

10. Transfer the flow-through fraction from step 9 into a new tube (not supplied) without disturbing the cell-debris pellet.
11. Add 1.5 volumes of Buffer AP3/E to the cleared lysate, and mix by pipetting.Pipet 650 μl of the mixture from step 10, including any precipitate that may have formed, into the DNeasy Mini spin column placed in a 2 ml collection tube (supplied). Centrifuge for 1 min at 6000 x g and discard the flow-through. Reuse the collection tube in step 12.
12. Repeat step 11 with remaining sample. Discard flow-through and collection tube. Place the DNeasy Mini spin column into a new 2 ml collection tube (supplied), add 500 μl Buffer AW, and centrifuge for 1 min at  6000 x g. Discard the flow-through and reuse the collection tube in step 13.

13. Add 500 μl Buffer AW to the DNeasy Mini spin column, and centrifuge for 2 min at 20,000 x g (14,000 rpm) to dry the membrane.

14. Transfer the DNeasy Mini spin column to a 1.5 ml or 2 ml microcentrifuge tube (not supplied), and pipet 100 μl Buffer AE directly onto the DNeasy membrane. Incubate for 5 min at room temperature (15–25°C), and then centrifuge for 1 min at 6000 x g to elute. Elution with 50 μl (instead of 100 μl) increases the final DNA concentration in the eluate significantly, but also reduces overall DNA yield. If larger amounts of DNA (>20 μg) are loaded, eluting with 200 μl (instead of 100 μl) increases yield. 
15. Repeat step 18 once. A new microcentrifuge tube can be used for the second elution step to prevent dilution of the first eluate. Alternatively, the microcentrifuge tube can be reused for the second elution step to combine the eluates. 
