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Risk assessment TCT-General must be followed at all times
Lab coats and Safety Glasses to be worn.
Section 1 – Description of Hazardous Material and Procedures including controls to be used
To assess the level of communication between the cells, the scrape loading technique is used.  Cells are scraped with a scalpel blade and incubated with a solution of Lucifer Yellow which enters the cells wounded by the cut.  

Cells are cultured in 6-well plates in the appropriate culture medium.  Once cells have reached confluency, the culture medium is removed and the cells washed twice in 2ml PBS.  A solution of 0.05% Lucifer Yellow in PBS is overlayed on the cells.  The cells are scraped using a new (hence sharp) sterile disposable scalpel to create as narrow a scrape as possible so that dye is introduced to a single line of cells. (CARE – no force required, the weight of the scalpel is sufficient – just draw the scalpel along the surface of the dish). The dish is then incubated at room temperature for a set time period (usually 5 minutes).  The Lucifer yellow solution is recovered and can be re-used. After several washes in PBS, 2ml of PBS is added onto the cells and the cells examined using an epifluorescence inverted microscope.

Before being stored, used dye solution should be filtered using a 0.2(m filter.  

No hazards listed for Lucifer Yellow. 

Dispose of the scalpel in a rigid sharps bin.
Users must be familiar with the cell culture risk assessment (RA-4) and if using GM material, the relevant GM risk assessments (GMRA….).
Microscope UV bulb to be left on for 20 minutes minimum and must be allowed to cool before switching on again. UV bulb to be changed after 100 hours by experienced user.
GM material to be inactivated with Distel prior to disposal (see RA-4 and GM assessments).
SECTION 2 - Review of assessment

The person writing the assessment and the Head of Group must sign off the assessment.
Name of assessor: 




Signature:…………………


Name of Head of Group: 



Signature:…………………

………………………………………………………………………………………..

SECTION 3 - User Declaration 

I have read this laboratory procedure and COSHH risk assessment and understand the risks and the measures that must be taken to control such risks. I will notify the lab manager/head of group of any changes to the methodology described here which may affect the Health & Safety of myself or others. 

	NAME: Please print
	SIGNATURE
	DATE
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