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Hazard Identification & Risk Assessment 
Reagent: as provided by the kit
Equipment: 
	Hazard
	Assessed Risk
	Selected Control/s
	Reasons

	Buffer RLT Contains guanidine thiocyanate

	3
	PPE
	

	Buffer RLC Contains guanidine hydrochloride


	3
	PPE
	

	Buffer RW1 Contains ethanol


	2
	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. Determine the amount of plant material. Do not use more than 100 mg.

2. Immediately place the weighed tissue in liquid nitrogen, and grind thoroughly with Tissue Lyser.
3. Add 450 μl Buffer RLT or Buffer RLC to the tissue powder. Vortex vigorously. A short 1–3 min incubation at 56°C may help to disrupt the tissue. 
4. Transfer the lysate to a QIAshredder spin column (lilac) placed in a 2 ml collection tube, and   centrifuge for 2 min at full speed. Carefully transfer the supernatant of the flow-through to a new microcentrifuge tube (not supplied) without disturbing the cell-debris pellet in the collection tube. 
5. Add 0.5 volume of ethanol (96–100%) to the cleared lysate, and mix immediately by pipetting. Do not centrifuge. Proceed immediately to step 6.

6. Transfer the sample (usually 650 μl), including any precipitate that may have formed, to an RNeasy spin column (pink) placed in a 2 ml collection tube (supplied). Close the lid gently, and centrifuge for 15 s at  8000 x g. Discard the flow-through.*

7. Add 700 μl Buffer RW1 to the RNeasy spin column. Close the lid gently, and centrifuge for 15 s at 8000 x g  to wash the spin column membrane. Discard the flow-through. After centrifugation, carefully remove the RNeasy spin column from the collection tube so that the column does not contact the flow-through. Be sure to empty the collection tube completely.
8. Add 500 μl Buffer RPE to the RNeasy spin column. Close the lid gently, and centrifuge for 15 s at  8000 x g to wash the spin column membrane. Discard the flow-through.

9. Add 500 μl Buffer RPE to the RNeasy spin column. Close the lid gently, and centrifuge for 2 min at _8000 x g (_10,000 rpm) to wash the spin column membrane. After centrifugation, carefully remove the RNeasy spin column from the collection tube so that the column does not contact the flow-through. Otherwise, carryover of ethanol will occur.
10.  Place the RNeasy spin column in a new 2 ml collection tube (supplied), and discard the old collection tube with the flow-through. Close the lid gently, and centrifuge at full speed for 1 min.

11. Place the RNeasy spin column in a new 1.5 ml collection tube (supplied). Add 30–50μl RNase-free water directly to the spin column membrane. Close the lid gently, and centrifuge for 1 min at _8000 x g (_10,000 rpm) to elute the RNA.

12. If the expected RNA yield is >30 μg, repeat step 11 using another 30–50 μl RNasefree water, or using the eluate from step 11 (if high RNA concentration is required). Reuse the collection tube from step 11.
