
General Information 

Interferon gamma (IFN-g) is a cytokine secreted by T 

cells and natural killer cells and actively involved in 

almost all phases of immune responses, including 

macrophage activation. Because IFN-g is involved in 

the immune response, it has been identified as a 

potential marker for a variety of infectious diseases. 

Detection of IFN-g by the sandwich ELISA method is 

widely used to detect the cellular response to 

pathogens such as Mycobacterium bovis. 

A technical bulletin is available upon request 

concerning sample collection, storage and activation. 

Description and Principle  

The ID Screen® Ruminant IFN-g ELISA is designed to 

detect cell-mediated immunity for the diagnosis of 

tuberculosis in cattle. 

To determine the T-cell antigen-specific response, 

each whole blood sample must be mixed and 

incubated overnight with different antigens: 

- Tested antigen: PPD bovis 

- Non-specific antigen: PPD avium 

- Positive activation control (mitogen, pokeweed).  

- Negative activation control (PBS) 

Plasma is then collected and tested for IFN-g 

production.

Kit Components 

Reagents 

PPDA Avian Tuberculin PPD - 5ml vial  

PPDB Bovine Tuberculin PPD - 5ml vial 

MITOGEN Freeze-dried Mitogen - 5mg vial 

1. Stimulation antigens must be stored at 5°C ( 3°C). 

2. Regents must be closed carefully and kept away from 
light. 

Materials required but not provided 

1. Heparin blood collection tube 

2. Mono or multi-channel micropipettors capable of 
delivering volumes of 10 µl, 100µl, and 200µl. 

3. Sterile tips 

4. Sterile 96-well cell culture plate or sterile “vent” 
tubes 

5. Agitator 

6. 37°C humid incubator 

7. Centrifuge 

Stimulation antigen preparation and 
storage 

Tuberculin preparation 

1. Mix thoroughly to ensure that the solution is 
completely homogeneous and pipette under sterile 
conditions to avoid contaminating the tuberculins. 

2. Prepare the Avian Tuberculin PPD 1X and the 
Bovine Tuberculin PPD 1X by diluting the stock 
solution to 1:10 in sterile PBS. 

Diluted tuberculins may be stored for 10 hours at 5°C ( 3°C). 

Mitogen preparation 

Wear personal protective equipment. – For more information, 

material safety data sheet is available upon request. 

1. Prepare the stock solution by adding sterile PBS to 
the freeze-dried Mitogen using the volume 
mentioned on the label of the vial (stock 
concentration 1mg/ml). Wait approximately 5 
minutes, and mix gently. For long-term storage, 
aliquot and freeze (<-20°C) until the expiry date. 
Each aliquot can support 3 freezing-thawing cycles 
without loss of activity. 

2. Prepare the Mitogen 1X by diluting the stock 
solution to 1:20 (final concentration 50 µg/ml) in 
sterile PBS. 

Diluted mitogen may be stored for 10 hours at 5°C ( 3°C). 

Testing Procedure 

Blood collection 

1. Collect whole blood into a blood collection tube 

containing heparin (17 U/ml) as an anti-

coagulant.  

2. Mix the blood samples gently several times by 

inverting the tube to dissolve the heparin.  

3. Blood samples must be stored and transported 

between 16°C and 22°C to ensure the highest 

optical density levels and used within 16 hours 

after collection, preferably within 8 to 10 hours. 

Do not store at 5°C (± 3°C). [1] 

T cell activation 

This step may be performed either in sterile 96-well 

cell culture plate or in “vent” tubes under sterile 

conditions.  

Note: The 1X stimulating antigens and controls are 

diluted 1:11 in the whole blood samples. In the 

protocol below, 20 ul of 1X Antigen is added to 200 ul 

of whole blood. It is possible to use a higher final 

volume, respecting the 1:11 dilution factor (ex. 100ul 

antigen + 1000ul blood).  

1. Mix the whole blood samples gently several 

times. 

2. Dispense 0.2 ml aliquots of each blood into the 

wells of a cell culture plate, one aliquot for each 

activator tested (ex. PPDA, PPDB, PBS and 

Mitogen). See figure 1 below. 

3. Add 20µl of the previously-diluted, 1X 

stimulation antigens and controls to each well, 

one antigen type per well and per blood. 

4. Mix the plates or tubes for 1 - 5 minutes on an 

agitator (ie: 500rpm). 

5. Incubate at 37°C  2°C for 16-24 hours in a 

humid incubator. 

6. Centrifuge 10 minutes at 500g at room temperature.  

7. Collect carefully the plasma samples (do not pipette 

any red blood cells as this may interfere with the 

ELISA results).  Transfer the plasma into a pre-

dilution plate or tubes.  

8. Samples may be: 

- tested immediately with the ID Screen® 

Ruminant IFN-γ ELISA test 

- stored at 5°C (±3°C) for 72 hours 

- frozen at ≤-16°C up to 3 months. 

Note: For long-term storage: 

- Samples must be frozen at ≤-70°C.  

- Samples with low protein levels such as culture 

media must also be stored at ≤-70°. 
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Respiratory sensitization (Category 1) 
Skin sensitization (Category 1) 

Figure 1: Example of antigen and control distribution in sterile 96-well plate for 23 whole bloods. PBS 

(negative control); PPDA (non-specific antigen); PPDB (specific antigen); M (mitogen postive control). 
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Stimulation antigens for tuberculosis diagnostic  

by ID Screen® Ruminant IFNg ELISA 

For in vitro use 
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