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notes/Comments:

Human peripheral blood is collected from healthy volunteers from the Department of Biology following informed consent by a trained nurse.  This procedure has university ethics committee approval.
1. Approximately 10ml of blood per volunteer is collected into heparinised tubes and taken to B/L0/038 or E/1/15a/b for processing.

2. Before isolating the mononuclear cells, check whether the cells are mycoplasma-free. To do this, take 50ul of blood and smear it onto a micrscope slide.  Fix cells in 100% ethanol, air-dry the slide and add a drop of DAPI (1ug/ml in PBS). Cover with coverslip and view under fluorescence.
3. Blood is diluted 2:1 with HANKS balanced salt solution (HBSS).
1. 20ml of the diluted peripheral blood is carefully over-layed on 9ml Ficoll lymphocyte isolation solution.
2. Centrifuge at 400g for 35min @20(C (no brake).
3. After centrifugation, 3 layers develop, top layer = HBSS, middle layer = Ficoll, bottom layer = erythrocytes.  Carefully remove the majority of the HBSS.  Collect the white mononuclear cells from the interface between the HBSS and the Ficoll.  Transfer the cells to a new falcon tube add buffer A (PBS, 0.5% BSA, 2mM EDTA) to 50ml.
4. Centrifuge at 300g for 10mins, @4(C

5. Remove supernatant, and add 10ml of buffer A to the cell pellet. Multiple tubes of cells from the SAME donor can be combined at this point.

6. Centrifuge at 300g for 10mins, @4(C.

7. Remove as much supernatant as possible.
8. Resuspsend the cell pellet in 1ml of medium
9. Count cells using a haemocytometer.  
Waste Disposal

All contaminated plasticware must be soaked in 1% Virkon overnight.  The following day, waste should be placed in a double autoclave bag and marked ‘HUMAN BLOOD CONTAMINATION – BIOHAZARD).  Autoclave waste should then be taken to the autoclave facility in leak proof containers provided.   Any excess blood in tubes should be diluted with an equal volume of 2% Virkon (yielding a 1% final working solution), sealed in plastic bag and temporarily stored in the designated freezer at -20oC.  Decontaminated blood should then be sealed in biohazard bags and taken to stores for incineration. 

Emergency procedures in the case of an accident    

Wash immediately with copious amounts of water.  Ingestion or needle-stick injuries, contact occupational health.  Seek advice from a qualified First-aider if necessary.  Report incident to Paul Genever and fill in an accident report form.

Human blood is potentially contaminated with dangerous pathogens including HIV-1.  Make sure you read and understand the associated Biological Agents Risk Assessment (The use of human tissue for cell culture) BEFORE starting work.  Only persons immunized against hepatitis B may work with human primary tissue. Follow all safety measures and waste disposal procedures at all times.
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