RA-14, Transfection of Adherent Cells


William Harvey Research Institute

Laboratory Procedure and COSHH Risk Assessment

Group:



Assessment identifier:
RA-14
Date of assessment:
July 2013
Date for review:

August 2014
Title of Procedure:
Transfection of Adherent Cells
Location of Work:


Risk assessment RA-General must be followed at all times
Risk Assessment RA-4 must be followed.
Lab coats and Safety Glasses to be worn.
Section 1 – Description of Hazardous Material and Procedures including controls to be used
CHEMICALS 

Trypan Blue. Signal Word: Danger
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(Hazard statement: H350 May cause cancer). Minimum volumes, all spills mopped up immediately. Gloves, lab coats and safety specs at all times.
G418 (geneticin) powder or solution: Not Hazardous.
Puromycin: Signal Word: Warning
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(Hazard statement: H302 Harmful if swallowed).
Phleomycin: Signal Word: Warning
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(Hazard statement: H302 Harmful if swallowed).
Transfection of Cells

Cells are transfected to express genes of interest. The result is a genetically modified cell line.

Transfection is carried out using the Lipofectamine 2000 reagent from Invitrogen which is Non-Hazardous.

Selection and culture of transfected cells can use one or more of the following G418 (geneticin), Puromycin or phleomycin.
Transfections are usually carried out in 6 well plates. Cells are grown to 90% confluence. For each well, 4g DNA (plasmid) is added to 250l DMEM, 10l Lipofectamine is added to another 250l DMEM. After 5 minutes at RT, combine the 2 solutions and incubate for a further 20 minutes at RT. Meanwhile wash the cells add 1.5ml fresh medium (usually serum-free and without antibiotics). After 20 minutes, add 500l of DNA/lipofectamine mixture per well. Culture for 5 hours, then add 2ml of growth medium (making up for serum concentration – e.g.if normally grown in 10% FBS, then add medium with 20% FBS). Culture overnight, trypsinise and change medium to selection medium and look for transfected cells.

For selection medium, G418 used at 500mg/l, puromycin at 1mg/l and phleomycin at 1g/ml. Though concentrations may need to be adjusted according to results obtained.

Waste
All spent medium to be inactivated with Distel prior to disposal.

All pipettes and pipette tips to be soaked in Distel prior to disposal in rigid sharps bins. Other plasticware to be disposed via the autoclave waste route
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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