RA-18, Bone Marrow Cell Prep

William Harvey Research Institute

Laboratory Procedure and COSHH Risk Assessment

Group:



Assessment identifier:
RA-18
Date of assessment:
July 2013
Date for review:

August 2014
Title of Procedure:
Isolation of Bone Marrow Cells
Location of Work:

Risk assessment RA-General must be followed at all times
Lab coats and Safety Glasses to be worn.

Local BSU rules must be followed at all times
Section 1 – Description of Hazardous Material and Procedures including controls to be used
Materials required

1) Surgical equipments

2) Hank’s balanced salt solution (Sigma-Aldrich, H4385)

3) Percoll (Amersham)

4) FBS (Gibco)

5) Petridish

Preparation

1) Make the Stock Isotonic Percoll (SIP): 10×HBSS 1mL + Percoll 9mL

2) Dilute SIP to 55%, 70%

3) Load diluted SIP 70% first then 55% in 15mL tube

4) Make isotonic HBSS: 10×HBSS 1 mL + ddH2O 9 mL

5) Make bone marrow medium (BMM): 1×HBSS/10%FBS

Procedure

1) Kill animal by Schedule 1 method.
2) Sterilise the legs by 70% ethanol and isolate the femur and the tibia from muscle and connective tissue. CARE: Good surgical practice to be followed.
3) Cut the bone with bone cutters and aspirate bone marrow cells with 18G needle – Extreme care required – bone must be held with forceps. Must be familiar with the procedure for needlestick injuries (attached to this RA). Note: normal animals will present low risk.
4) Pour contents into petridish with isotonic HBSS/10%FBS

5) Suspend the cells and load 1ml onto the Percoll.

6) Centrifuge them at 1600g for 25 minutes 

7) Take the interface carefully and resuspend them with HBSS/10%FBS

Users must be familiar with Risk Assessment RA-4 (Cell Culture). If GM animals are to be used then the GM risk assessments (GMRA…) must also be adhered to and all waste must be inactivated (with 1% Distel or by autoclaving) prior to disposal.
SECTION 9 - 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

	 
	 
	 

	 
	 
	 

	 
	 
	 

	 
	 
	 

	 
	 
	 

	 
	 
	 

	 
	 
	 

	 
	 
	 


Procedure to follow in response to a potentially contaminated sharps or needlstick injury


Injury due to needle or other sharp potentially contaminated with blood or other high risk body fluid





Bleed Injury





Cover Injury





‘In hours’ injury (Mon to Fri 8.30 – 16.00)





Report injury to Head of group, Lab Manager or other appropriate person.





Contact Royal Hospitals NHS Trust Occ Health (0171 601 7825) or 0171 601 8070/1/2/3.  An assessment for post exposure prophylaxis can then be completed with Occ Health.





Report incident at earliest opportunity using incident report form.





‘Out of hours’ injury (Mon to Fri 16.00 – 8.30, weekends, bank and national holidays)





Call 3333 and ask them to contact the Medical Virologist on call (via hospital switchboard -Whitechapel) who will risk assess the incident and the requirements and implications for post exposure prophylaxis (PEP).





Ideally for maximum effect PEP needs to be started within the hour IF assessment indicates high risk of exposure.  





Wash Injury. Do NOT use scrubbing brush
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