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Haemolysis Assay
This assay is performed to assess the haemolysis activity of a test compound. It can be completed within < 1 hour.
	Equipment
	Consumables
	Reagents

	15 mL centrifuge 
	1 x 15 mL centrifuge tube
	Sheep Blood in Alsever's (ordered from TCS Biosciences, £11.90 for 100 mL, 3 days for delivery) 

	Vortex mixer
	3 x 10 mL Stripettes 
	PBS (available in cell lab, use non-sterile stocks)

	Micro-centrifuge
	6n+2 1.5 mL microcentrifuge tubes
	Lysis buffer (in cell lab fridge) (0.32 M sucrose, 5 mM magnesium chloride, 10 mM Tris-HCl and 1% Triton X-100 in water)

	Microplate reader
	1 x 96-well microplate
	AHD (alkaline haematin D-575, in cell lab fridge) (2.5 g Triton X-100, 0.4 g Sodium hydroxide in 100 mL of water)

	Pipettes (100-100 µL and 2-20 µL)*
	1 mL barrier non-filter pipette tips
	

	
	200 µL yellow bevelled pipette tips
	


Where n is your number of test samples
*Bring over from the analytical lab 
Safety Considerations
Sheep Blood in Alsever's 
This mixture is not classified as dangerous. 
Lysis Buffer and AHD
[bookmark: _GoBack]Low hazard, take usual laboratory precautions.

Experimental Procedure
1. Make up your samples in PBS at twice the intended concentration
2. Centrifuge 10 mL blood at 2000 rpm for 5 minutes
3. Remove supernatant
4. Re-suspend in PBS to make up to 10 mL
5. Label up enough microcentrifuge tubes to do each of your samples in triplicate 
6. Add 250 µL of blood to 250 µL of your sample in a microcentrifuge tube
7. Vortex briefly to mix
8. Make up your controls (in microcentrifuge tubes)
 1 x Blood:PBS 1:1 and 1 x Blood:Lysis Buffer 1:1
9. Incubate all samples at room temperature for 30 minutes
10. Centrifuge all samples at 2000 rpm for 5 minutes
11. Turn on the plate reader to warm up
12. Fill remaining microcentrifuge tubes with 750 µL AHD 
13. Add 10 µL of supernatant into each tube of AHD
14. Vortex briefly to mix
15. Transfer 100 µL of solution from the tubes into the 96 well plate


Analysis
1. Read the plate at 580 nm (or use the pre-set experimental parameters)
2. Set the lysis control sample to 100% lysis and the PBS control to 0% lysis and then compare all treatments relative to these.
Waste Disposal
All blood contaminated waste into the autoclave bag
Non-contaminated waste into the black laboratory solid waste bin



The determination of haemoglobin as cyanhaemiglobin or as alkaline haematin D-575
https://www.ncbi.nlm.nih.gov/pubmed/2472459

