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To assay IL-5 in IL-5/CHO tissue culture supernatants (IL-5 specific activity is determined by neutralization of cell proliferation using an anti-IL-5 antibody, TRFK-5):

Work in the laminar flow hood for the entire procedure. 

1. Add 200 µL of CM only to the first column of wells to be used as a blank (as described above).  It is important to use this plate layout as the plate reader is programmed to read in this configuration. 

2. Test 2-fold serial dilutions for the IL-5/CHO supernatant where the first dilution will be assayed at a final concentration (i.e. in the well) of 1/1,000. 

NB. As you will be adding 100 µL of sample to give a final volume of 200 µL this will result in a 1/2 dilution in the well (i.e. the final concentration). You should allow for this dilution factor when setting up the serial dilutions. 

Hint. How much of each dilution will you need? How many replicates are you testing for each sample? Use yellow-capped 5 mL. tubes to set up your dilutions, use CM as the diluent and cover the final concentration range of 1/1,000 to 1/64,000.

3. Aliquot in octaplicate 100 µL of each dilution of IL-5/CHO supernatant into a microtitre tray. 

NB. Leave four to eight additional wells free of IL-5 as controls for background ("factor-free") proliferation - this is very important as it is the control against which all other results will be compared. Add 100 µL/well of CM to these control wells.

4. Add 50 µL of Protein G purified anti-IL-5 mAb (TRFK-5) to the first quadruplicate of the octaplicate.

5. Count the B13 cells, resuspend them in factor-free CM medium at 104 cells/50 µL. 

Hint. How many cells will you need per mL? Add 50 µL (i.e. 104 cells) to all but the first column of wells. NB: Cells must be carefully resuspended prior to adding them to wells

6. Where appropriate add CM to wells to bring all to a total volume of 200 µL/well.

7. Culture the plates in 5% CO2 for at least 4 days. 

8. After 4 days, add alamarBlue™, incubate for a further 4 h and determine the absorbance.

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








