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Risk assessment RA-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
Chemicals

Methanol. Signal Word: Danger

[image: image1.jpg]


[image: image2.jpg]


[image: image3.jpg](&




(Hazard Statements: H225 Highly flammable liquid and vapour. H301 Toxic if swallowed. H311 Toxic in contact with skin. H331 Toxic if inhaled. H370 Causes damage to organs).

(Para)Formaldehyde. See TCT-10. Signal Word: Danger
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(Hazard statements: H228 Flammable solid. H302 Harmful if swallowed. H315 Causes skin irritation. H317 May cause an allergic skin reaction. H318 Causes serious eye damage. H332 Harmful if inhaled. H335 May cause respiratory irritation. H351 Suspected of causing cancer.

Labelling Tissue Sections
For unfixed tissue sections, the slides are immersed in 100% methanol  – carried out in a fumehood or in lidded Coplin jars, pre-cooled to –20ºC, for 5 minutes. Methanol removes the lipids from the membranes and precipitates the proteins instantaneously. The methanol can be re-used or disposed via the western blot transfer waste.
For Paraformaldehyde fixation – see separate risk assessment, RA-10. Must be carried out in a fumehood and waste stored for specialist disposal.

For pre-fixed tissue proceed to next step.

Wash several times with PBS – 3 to 5 minutes each. This washes away the embedding compound as well as the methanol or excess fixative.

Block the sections (eg 1% BSA in PBS for one hour) 

Apply the primary antibody at the appropriate dilution usually in 1% BSA in PBS. The incubation time needs to be determined for each antibody 2hrs room temperature is usually a good starting point.

Wash with at least five changes of PBS for 3-5 minutes each.

Apply suitable secondary antibody diluted usually in 1% BSA in PBS. Dilution to be determined by experimentation. An incubation time of 1hr at room temperature is usually sufficient.

Wash with at least five changes of PBS for 3-5 minutes each.

Mount with mounting medium containing an anti-fade agent.

Coverslip and seal edges with nail varnish.

Labelling of Cultured, Adherent Cells

Cells for this procedure can either be grown on chamber-slides or on coverslips in 24-well plates (See Risk assessment TCT-4). Solutions as described above for labelling tissue sections.

Chamber Slides

Aspirate medium. Wash twice with PBS.

Fix cells by immersing slide in Methanol -20ºC for 5 to minutes. Proceed as described above for tissue sections.

Coverslips
Aspirate medium. Wash twice with PBS.

Fix cells by adding 250l methanol at -20ºC to each well for 5 minutes. Aspirate methanol and wash several times with PBS.

Labelling can then be carried out in the 24 well plate: Block, wash, primary antibody, wash, secondary antibody, wash (200 l of solutions per well minimum – washes should be 1ml). Coverslips then removed from plate and mounted on slides and sealed with nail varnish if necessary. If antibodies are precious then the coverslips can be removed from the plate and placed on drops (cell-side-down) of the solutions (25 l minimum volume): Block, wash, primary antibody, wash, secondary antibody, wash. Washes also carried out on drops of solution but of 100 l.

Coverslips are then mounted on slides and sealed with nail varnish if required.

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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