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Addendum FMDOC ver 0314 EN 
 
 

ID Screen® FMD Type O Competition 
 
 
 
 
 
 
 
 

This addendum describes the instructions for use for the semi-quantitative and quantitative tests. 

Please refer to the instructions for use provided with the kit (version 0314) for information about the kit’s principle 
and components, biosafety, precautions of use, material required and preparation of the samples and the 1X 
wash solution. 

In order to implement the protocols for the semi-quantitative and quantitative tests, dedicated microplate 
layouts  are to be prepared as follows:  

Microplate layouts 
Semi-quantitative test - Scheme 1    

Two dilutions: 1:3.5 and 1:10.5  

Wells 1-45: Sample to be tested  
NC: Negative Control 
PC: dilutions of Positive Control 

 

 

 

 

 

 

 

Quantitative test - Scheme 2    

Four dilutions: 1:3.5 ; 1:10.5 ; 1:31.5 and 1:94.5 

Wells 1-22: Sample to be tested 
NC: Negative Control 
PC: dilutions of Positive Control 
 
 
 
 
  

November 2022 
 Semi-quantitative protocol now available to assess anti-FMDV serotype O antibody levels,  

by testing 2 additional dilutions (Scheme 1) 
 Quantitative protocol now available to assess anti-FMDV serotype O antibody levels as end-point 

titers, by testing 4 additional dilutions (Scheme 2) 
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Testing Procedure 
For the semi-quantitative and quantitative tests, when using two or four sample dilutions (as referred to in 
scheme 1 or scheme 2 respectively): 

Allow all reagents to come to room temperature (21°C ± 5°C) before use. Homogenize all reagents by inversion or 
vortexing. 

1. In the ELISA microplate, add 50 µl of Dilution buffer 14 to all wells. 

2. Add 20 µl of the Negative Control in each of the corresponding four wells in positions E11, F11, G11 and H11. 

3. Add 20 µl of the Positive Control or of the sample to be tested in the wells corresponding to dilution 1: 3.5 (follow 
scheme 1 or scheme 2). Mix using either a multichannel micropipette or a plate shaker. 

4. Using a multichannel micropipette, transfer 25 µl of each sample and the Positive Control from the first dilution to 
the wells below, making either 2 or 4 subsequent three-fold dilutions, depending on the microplate layout selected. 
Mix using either a multichannel micropipette or a plate shaker. For the last dilution (lines B, D, F and H for two 
sample dilutions, lines D and H for four sample dilutions) without changing tips, withdraw 25 µl from wells and 
discard to maintain the final volume of 50 µl per well. Change tips from one series of serum to another. 

5. Gently agitate the microplate with a plate shaker. 

6. Cover the plate and incubate 45 min ±  4 min at 21°C (±  5°C). 

7. Empty the wells. Wash each well 5 times with at least 300 µl of Wash Solution 1X. Avoid drying of the wells between 
washes. 

8. Prepare the Conjugate 1X by diluting the Concentrated Conjugate 10X to 1:10 in Dilution Buffer 13. 

9. Add 100 µl of the Conjugate 1X to each well. 

10. Cover the plate and incubate 30 min ±  3 min at 21°C (± 5°C). 

11. Empty the wells. Wash each well 5 times with at least 300 µl of Wash Solution 1X. Avoid drying of the wells between 
washes. 

12. Add 100 µl of the Substrate Solution to each well. 

13. Cover the plate and incubate 15 min ±  2 min at 21°C (± 5°C) in the dark. 

14. Add 100 µl of the Stop Solution to each well, in the same order as in step No. 12, to stop the reaction. 

15. Read and record the O.D. at 450 nm. 

 
Validation  
The test is validated if: 

 The mean value of the Negative Control OD (ODNC) is greater than 0.7:  

ODNC > 0.700 

 The ratio of the mean values of the Positive and Negative Controls (ODPC and ODNC) is less than 0.3:   

ODPC/ODNC  < 0.3 
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Interpretation 

For each sample, calculate the competition percentage (S/N%): 

𝐒𝐒 𝐍𝐍⁄ % =
𝐎𝐎𝐎𝐎𝐬𝐬𝐬𝐬𝐬𝐬𝐬𝐬𝐬𝐬𝐬𝐬 −  𝐎𝐎𝐎𝐎𝐏𝐏𝐏𝐏

𝐎𝐎𝐎𝐎𝐍𝐍𝐏𝐏 −  𝐎𝐎𝐎𝐎𝐏𝐏𝐏𝐏
 𝐱𝐱 𝟏𝟏𝟏𝟏𝟏𝟏 

 

Semi-quantitative test with two additional dilutions - Scheme 1 

The S/N% value obtained for the first dilution (at 1:3.5) is used to interpretate the sample status, according to the Table 1 
below. 

The S/N% value obtained for the second dilution (at 1:10.5) provides an indication of the level of antibodies present in the sample. 

Table 1: Interpretation threshold and status according to the origin of the sample and to the serum dilution tested 

 

Quantitative test with four additional dilutions - Scheme 2    

The S/N% value obtained for the first dilution (at 1:3.5) is used to interpretate the sample status, according to the Table 1. 

The end-point titer of a positive serum corresponds to the highest dilution that gives a S/N% of 50%. When falling between two 
tested dilutions, the end-point titer is therefore calculated by interpolation. 

 

 

 

Serum dilution 
BOVINE, OVINE AND CAPRINE SAMPLES PORCINE SAMPLES 

Result Status Result Status 

1:3.5 

S/N% ≤ 35% POSITIVE S/N% ≤ 50% POSITIVE 

35% < S/N% ≤ 45% DOUBTFUL 50% < S/N% ≤ 60% DOUBTFUL 

S/N% > 45% NEGATIVE S/N% > 60% NEGATIVE 

1:3.5 S/N % ≤ 20% 
LOW POSITIVE 

S/N % ≤ 20% 
LOW POSITIVE 

1:10.5 S/N % > 45% S/N % > 60% 

1:3.5 and 1:10.5 S/N % ≤ 20% STRONG POSITIVE S/N % ≤ 20% STRONG POSITIVE 

Serum dilution Result Status for all species 

1: x S/N % = 50% Titer = x 


	Microplate layouts
	Semi-quantitative test - Scheme 1
	Quantitative test - Scheme 2

	Testing Procedure
	Validation
	Interpretation
	Semi-quantitative test with two additional dilutions - Scheme 1
	Quantitative test with four additional dilutions - Scheme 2


