Flowchart for Human RVF Capture IgM-ELISA




Coating (overnight):

[100µl/well, 1/1000 in PBS, 0.01M, pH 7.4]

Goat anti-human IgM adsorbed to plate.

Wash 3 x with PBS-0.1 %Tween 

Blocking

[200µl/well, 10% milk powder/PBS]

Add blocking buffer. 


Incubate 1 hour at 37°C.
Wash 3 x with PBS-0.1 % Tween 
Add test and control sera (see plate layout)

[100µl/well, 1/400 in 2% milk powder/PBS]
Incubate 1 hour at 37°C.
Anti-RVFV IgM-antibody present in control and test sera

is captured by goat anti-human IgM

Wash 6 x with PBS-0.1 % Tween 
Add RVF antigen  & control antigen (see plate layout) 

[100µl/well, 1/400 in 2% milk powder/PBS]

Incubate 1 hour at 37°C.

RVFV antigen binds to specific anti-RVFV IgM-antibody 


Wash 3 x with PBS-0.1 % Tween

Add mouse anti-RVFV serum)

[100µl/well, 1/1000 in 2% milk powder/ PBS]
Incubate 1 hour at 37°C.
Mouse anti-RVFV antibody binds to

RVFV antigen.


Wash 3x with PBS-0.1 % Tween  




Add goat anti-mouse IgG HRPO conjugate

[100µl/well, 1/5 000 in 2% milk powder/PBS]

Incubate 1 hour at 37°C.
Goat anti-mouse IgG binds to IgG mouse antibody

  
Wash 6 x with PBS-0.1 %Tween   

    


Add ABTS substrate

[100µl/well, use as supplied]

Incubate for 30 min in dark at 22-25°C.
Hydrolysis of ABTS by HRPO causes green

colour development in positive wells, the darker

the colour, the greater the optical density.

 




Negative result
                   Positive result                                        

 Stop reaction by adding SDS

[100µl/well, 1% solution in distilled water]

Read plate at 405 nm

Well with RVFV antigen 





Well with control antigen 





 e





 e





 e





 e





 e





 e











 e





 e








