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Appendix  

Methods:  

Cell subculture of MPI cells –Protocol 1  
 

 Transfer medium from flask to 50ml tube  

 Take up 5ml for 25cm3 flask or 10ml for 75cm3 flask of PBS 

 Using same pipette take up remaining medium and expel to 3ml or 7ml into 
50ml tube  

 Use remaining PBS to ‘wash’ adhered cells then remove to 50ml tube  

 Add 1ml or 3ml of EDTA and incubate in the CO2 incubator at 37oC for 5 
mins  

 Take up 5ml or 10ml PBS and using same pipette uptake detached cells  

 Expel to 3ml or 7ml into 50ml tube and use remaining volume to wash flask, 
add to 50ml tube  

 Centrifuge at 1000-1500 rpm for 5 mins to pellet cells  

 Discard supernatant and resuspend in 4ml of medium and split according to 
need 

 For 25cm3 flasks make up to 4ml and for 75cm3 flasks make up to 12ml  

 Add GM-CSF using ratio of 1ml of medium to 10μl of GM-CSF 
MEDIUM MAKE UP  

 5ml of pen/strep (5000 U/ml) to original 500ml of RPMI 

 5ml of 200mM L-Glutamin in 0.85% NaCl sol 

 Add 50ml FBS 
 

Cell counting – Protocol 2 
 

 Transfer medium from flask to 50ml tube  

 Take up 5ml, for 25cm3, or, 10ml for 75cm3 flask, of PBS 

 Using the same pipette take up take up remaining medium and expel to 3ml 
or 7ml into 50ml tube  

 Using remaining PBS ‘wash’ adhered cells then remove to 50ml tube  

 Add 1ml or 3ml of EDTA for GM-CSF or 3x trypsin EDTA for IL-4/IL-13 cells 
and incubate at 37oC for 5 minutes 

 Take up 5ml or 10ml of PBS and using same pipette take up detached cells  

 Expel to 3ml or 7ml into 50ml tube and use remaining volume to wash flask 
and add to tube  

 Centrifuge at 1000-1500 rpm for 5 minutes to pellet cells  

 Discard supernatant and resuspend in 4ml medium 

 Take small sample (30μl) and allow to be sucked between haemocytometer 
and cover slip  

 Count cells in to 4x4 squares and then multiply by 104 to give number of cells 
per ml  

 Multiply by number resuspended into give total cell number  
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ELISA – Protocol 3  
 

 Dilute capture antibody in PBS to make concentration of 1-4 μg/ml (normaly) 

 Coat plate with 50μl/well capture antibody  

 Seal plate and incubate at room 4oC overnight 

 Wash plate 3 times with washing buffer invert plate and blot to remove 
residual buffer 

 Block plate with 2% BSA. Add 100μl and incubate at room temp for 1 hour  

 Wash plate 3 times with washing buffer. Invert plate and blot  

 Add 50μl/well of standards in recommended conc. in 8 serial dilutions (0 in 
last) 

 Add 50μl/well of samples to wells 

 Wash wells 3 times with washing buffer. Invert and blot  

 Dilute biotinylated detection antibody using PBS to conc. of 0.5-2μg/ml 
(normally) 

 Add 50μl/well of detection antibody  

 Seal plate and incubate at room temp. for 1 hour  

 Wash 3 times with washing buffer. Invert and blot 

 Dilute Avidin – HRP 1:500 using PBS 

 Add 50μl/well of Avidin – HRP 

 Seal plate and incubate at room temp. for 30 mins  

 Wash plate 3 times, invert and blot  

 Add 50μl/well of SuperAqua Blue, incubate for 10-15mins  

 Read absorption at 405nm 
 

Additional graphs  
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Graph A:  Graph showing the release of IL-6 from MPI cell stimulated by B-glucan at 
different concentrations. (10 fold dilutions). Bar represents the average IL-6 produced ± 
SEM.  
Graph B: Graph shows the release of IL-6 fro MPI cells stimulated by LPS at different 
concentration ( 10 fold dilutions). Bar represents the average ±SEM.  
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Graph C:  Graph showing the release of IL-1β from MPI cell stimulated by B-glucan at different 
concentrations. (10 fold dilutions). Bar represents the average IL-β produced ± SEM.  
Graph D: Graph shows the release of IL-β from MPI cells stimulated by LPS at different 
concentration ( 10 fold dilutions). Bar represents the average ±SEM.  


