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	PPE required: Gown, closed shoes, mask, gloves & eye protection 
Spill Procedures may apply

All the work should be done in fume hood


Hazard Identification & Risk Assessment 

Reagent 

Liquid: 40% formaldehyde, Triton X-100, β-mercaptoethanol, DMF (N,N-dimethylformamide)
Solid:    Na2HPO4, NaH2PO4,  Potassium ferricyanide, Potassium ferrocyanide, X-Gluc(5-bromo-4-chloro-3-indolyl-β-D-glucuronic acid), Chloramphenicol 
	Hazard
	Assessed Risk
	Selected Control/s
	Reasons

	40% formaldehyde
	2,3,5
	PPE
	

	β-mercaptoethanol
	2,3,5,6
	PPE
	

	Potassium ferrocyanide  
	3
	PPE
	

	Chloramphenicol
	6
	PPE
	

	X-Gluc
	3,2
	PPE
	

	DMF (N,N-dimethylformamide)
	2,5
	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. Prepare prefixing solution                                        10ml

0.1M NaPO4 buffer (pH=7.0)                         10ml

 40% formaldehyde                                        30µl 

β-mercaptoethanol                                         10µl

Triton X-100                                                   10µl

NaPO4buffer (autoclavable)                                      500ml

1 M Na2HPO4                                                                          28.85ml

1 M NaH2PO4                                                                         21.15ml
 H20                                                                450ml

2. Place tissue in 50mL Falcon tubes (blue lid). Add pre-fixing solution to each (5ml- or enough to immerse-per leaf or petal; 2ml per fibre).
3. Place samples under vacuum for 10 minutes in vacuum desiccator.

4. Remove prefixing solution and wash three times with approx. 5ml of 0.1M NaPO4 buffer. Leave the tissues immersed in the last wash while the pre-assay and/or assay buffers are prepared.
Pre-assay buffer

100mM Potassium ferricyanide

100mM Potassium ferrocyanide 

100mM NaPO4 buffer

Triton X-100

H2O

-Store wrapped in foil.
-Can make up 5ml of potassium ferricyanide and potassium ferrocyanide and store at room temperature. Potassium ferrocyanide is light-sensitive and should be wrapped in foil.

Assay buffer

Pre-assay buffer 
Chloramphenicol (50g/ml) 
β-mercaptoethanol

X-Gluc (50mg/ml in DMF)

5. Remove final wash buffer and add assay buffer to tissues as follows. Cotton fibers: 1.5ml; Leaves/petals: 2.5ml (or enough to 3/4 cover leaf surfaces).
6. Place tissues in 37°C room overnight.
7. Remove assay buffer the next day and add approx. 8-10ml of 70% ethanol. Leaves can also be cleared of pigments by placing at 65ºC for 15minutes and then replacing 70% ethanol.

