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	Procedure:  Seeds plating
	Risk assessed 


	Approved by:
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	PPE required: Gown, closed shoes, gloves & eye protection – Mask may apply



Hazard Identification & Risk Assessment 
Reagent (Producer)
Liquid: 10xMS micronutrient (SIGMA), 10xMS macronutrient (SIGMA), 1000xMS Vitamin (SIGMA), Triton X-100 (SIGMA), 12.5% sodium hypochlorite (APS), NaOH 1M (CSU), MQ water (CSU) Ethanol 70% Stock solution
Solid: agar (Bacto), kanamycin (SIGMA),
Equipment:

pH meter, autoclave, laminar flow
	Hazard
	Assessed Risk
	Selected Control/s
	Reasons

	12.5% sodium hypochlorite
	5
	PPE
	

	NaOH 1M
	4
	PPE
	

	Ethanol 70%
	2
	PPE
	


The standard classification of hazardous substances uses the terms:

1. Very Toxic 

2. Toxic 

3. Harmful 

4. Corrosive 

5. Irritant 

6. Sensitiser 
To make 1L medium

1. Start with 50ml 10xMS micronutrient and 50ml 10xMS macronutrient

2. Add MQ water to make up to 1L.

3. Adjust pH to 5.7-5.8 using NaOH.

4. Add 2g agar to each of 4   500ml bottles.

5. Add 250ml of solution from step 3 to each bottle.

6. Autoclave at 121(C for 20 minutes.

7. If medium will be used immediately, go straight to step 8, otherwise store at 4(C, and then microwave to melt when required.

8. Cool down to warm (should be comfortably touch the bottle, but don’t cool too much or it will solidify).

9. Add 250(l 1000xMS Vitamin to each bottle.

9a. Add 750(l of 50mg/ml kanamycin to each bottle (150 (g/ml kanamycin final concentration)

10. Pour into plates (250ml will make about 10 of 100mm plates).

11. Once set, wrap in parafilm and store at 4(C.

Notes

1. 250ml (1 bottle) will make about 10 of 100mm plates.

2. To make stock solution of kanamycin, dissolve in water, then filter sterilise (0.45(m) and store at -20(C

Seed surface sterilisation

1. Make up wash solution

1.25% Sodium hypochlorite + 0.1% Triton X-100

e.g.  for 20 ml: 2ml 12.5% sodium hypochlorite

                         18ml MQ water

                          20(l Tritom X-100

2. Rinse seeds with 1ml 70%Ethanol

3. Wash with 3ml wash solution for 20 min, shaking frequently.

4. In laminar flow wash with 3ml MQ water 4-5 times.

5. Remove last wash and add 200 (l MQ water.
6. Spread seeds onto plate in laminar flow.
