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	Task: 
Fixation and preparation of a biofilm for SEM and confocal microscopy.

The samples being fixed are 9cm x 1cm strips of carbon cloth supporting a biofilm grown from anaerobic waste water sludge (BioCOSHH Project number: AMI 1609B). The samples will be removed from the fuel cell in a class 2 microbiological safety cabinet, they will be sealed and transport to the Miller lab fume cupboard. All fixing work will be carried out in a fume cupboard. The fuel cells will be emptied of any liquid media, which will be autoclaved, and opened in order to access the biofilm. The strips of carbon cloth will be removed by cutting cloth with a scalpel and removing with tweezers. Once removed the remaining biofilm within the fuel cell will be sterilised with 2% Virkon solution, the rest of the carbon cloth will then be removed and autoclaved before disposal. 

The sample removed will undergo a series of treatments to fully fix the sample.   

· The first step is overnight soaking (min. 12 hours) in 3% glutaraldehyde buffered with 0.1M phosphate buffer to maintain pH 7.2; each sample will be soaked in 15ml of solution. Whilst soaking all samples will be stored in the fridge, in a sealed container. 
· The solution will then be removed and disposed. The sample will then be washed in the 0.1M phosphate buffer solution by soaking samples in 10ml solution for 10 minutes, this will be repeated three times. 
· The samples will then be dehydrated using 10ml acetone at the following concentrations (diluted with deionised water) 30%, 50%, 70%, 80%, 90% and 100% for 5 minutes each. The 100% concentration will be repeated 3 times with dehydration lasting 15 minutes each time. 
· The final stage of preparation requires soaking for 30 seconds in 10ml pure hexamethyldisilazane twice before air-drying for 10 minutes.

All solutions will be produced and used when required. 


	Activity 
	Hazard 
	Person(s) in danger 
	Existing measures to control risk 
	Risk rating 
	Result 


	Use of liquids

	Chemical – chemical burn; Spillage, may cause slip hazard
	Users and those in the vicinity
	All chemicals to be used in this experiment have a COSHH assessment. This must be read, and the identified control measures must be followed at all times.

Do not leave spills unattended without caution signs, clear spills using correct spill kits or disinfectant immediately and dispose appropriately (ie. Any hazardous materials must be disposed of via stores)
	M
	A

	Use of fume cupboard

	Failure of fume cupboard leading to escaping fumes.
	Users and those in the vicinity,
	Regular maintenance of fume cupboard to ensure they are working effectively; user should inspect fume cupboard before use to ensure it is showing no obvious signs of malfunction; the protective window should be pulled down to the required height for safe use.  
	M
	A

	Use of scalpel to remove samples can cause sharps injury.

	Sharps injury which could lead to contamination of user with sample.
	User of scalpel, those in the vicinity if scalpel is not disposed of correctly. 
	Use disposal scalpels, which can be sealed until required and immediately disposed of to a sharps bin, following wash in 2% Virkon solution. Always wear nitrile coated cut resistant gloves and take care when using scalpel.

	M
	A

	Storage of samples during fixing process in refrigerator 

	Cross-contamination of chemicals and samples
	Users and those in the vicinity
	Ensure that all samples in chemical solutions are sealed correctly, in secondary containment to prevent cross-contamination of biological samples. Ensure that all samples are labelled correctly and removed from the fridge promptly following the completion of the fixation process.
	M
	A

	Use of biofilms
	Biological hazard 
	Users and those in the vicinity
	Production and use of the biofilms used in this project are covered by BioCOSHH project AMI 1609B. All users must follow the control measures detailed in this assessment. 
	M
	A


	Authorisation  by PI 
I confirm that I have considered and understand the experiment and the associated hazards. I am satisfied that all of the hazards have been identified and that the control measures to be followed will reduce the risks to acceptable levels. 
Print name:                                                                                  Signed:

Date:




Declaration by researcher
I confirm that I have read this Risk Assessment and that I understand the hazards and risks involved and will follow all of the safety procedures stated.

Declaration by PI
I confirm that the researcher who has signed below is competent to undertake the work. My counter-signature indicates that I am happy for the work to proceed.

	Name (please print)


	signed
	PI countersignature
	date

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	


