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A. 
Reagents and Materials
· Cell enumeration equipment: Trypan Blue dye, haemocytometer and microscope

· Mitogenesis assay: 100 µg/mL of mitogen (ConA or LPS) in CM (2 mL aliquots), Culture Medium (CM), Microtitre trays

· Special gas mixture (7% O2, 10% CO2, and 83% N2) and sealable boxes for holding culture plates

· AlamarblueTM
B. Method
Part 1

1. Prepare a suspension of mouse spleen cells at a concentration of 2 x 106 viable cells/mL in CM.

(refer to enumeration of viable cells SOP)

2. Set up the first column of wells with CM only i.e. neither cells or mitogen (as described above).

3. Dispense 4 x 100 µL volumes (quadruplicates) of various concentrations of mitogen (see table below) into wells of each column in a 96-well microtitre tray and add an equal volume of the spleen cell suspension to each well.

Prepare dilutions of mitogens in CM in Eppendorf tubes. The following mitogen concentration 

Ranges have been shown to be effective. (NB. these are final concentrations/well - you will need to allow for the dilution factor):

	Mitogen
	Concentration (µg/mL)

	ConA
	0.00
	0.10
	0.25
	0.50
	1
	5
	10
	50

	LPS
	0.00064
	0.0032
	0.016
	0.08
	0.40
	2
	10
	50


4. Incubate the plate for 4 days at 37°C in a humidified atmosphere of 7% O2, 10% CO2, and 83% N2 (this is done by piping the "special gas mixture" into a sealed humidified plastic box). 

5. Add alamarBlue™ and determine the absorbance at 6 h and 24 h (Results are read twice at 6 h and at 24 h)

Part 2:

1.
Add 10% by volume of alamarBlue™ to each well, including the row of blanks (ie. usually add 20 µL). 

2.
Incubate the plate for at least 2 h before measuring absorbance (the B13 and MLR assays usually require 4 - 6 h and mitogenesis assays are likely to require 6 h but it may be necessary to read plates again up to 24 h after addition of alamarBlue™ - Garry will advise you on this).

3.
Plates are read with the Dynatech Microplate Reader. Lids must be removed before the plate is read and should replaced immediately after.

PPE required: Gown, closed shoes, gloves and eye protection – Spill Procedures may apply and will be supervised by demonstrators








