









	
 Home

	 Add Document
	 Sign In
	 Create An Account














[image: PDFKUL.COM]






































	
 Viewer

	
 Transcript













Rose Bengal Test Description A rapid and simple agglutination test performed with rose bengal stained smooth Brucella cells suspended in an acid buffer.1 Under these conditions: (i),prozone and blocking phenomena disappear; (ii), non agglutinating antibodies (characteristic of long evolution brucellosis) become agglutinating; and (iii), IgM and IgG are detected. The test is useful for animal and human brucellosis caused by smooth (B. abortus and B. melitensis)2 but not by rough (B. ovis or B. canis) Brucella species. Because of its simplicity and very low cost, it is highly recommended as a single test when vaccination has not been implemented (see potential problems below). 



Cattle: In cattle, the test is highly sensitive (99.7 % in ref. 1) and, in the absence of vaccination, highly specific (99.0% in ref. 1).







Sheep and goats: In small ruminants, the test has to be modified slightly for optimal sensitivity (94% refs.



2,3).



It is highly specific (100% in refs.



2,3)



in the



absence of vaccination. 



Other livestock: Specificity in swine brucellosis is not optimal and the test cannot be recommended for diagnosis in these animals. There is a paucity of serological studies contrasted with culture (gold standard) in other species. A study suggests that RBT is a good test in water buffaloes.4



1



RBT antigen is an 8% smooth Brucella abortus (strains 1119-3, US19 or S99) suspension stained with rose bengal, buffered to pH 3.65 ± 0.5. The RBT and the card test are essentially the same. Together with the buffered plate agglutination test (BPAT) are collectively known as the buffered Brucella antigen tests However, the RBT (and the card test) differ slightly from the USDA BPAT. The latter uses an 11% suspension of B. abortus 1119-3 stained with crystal violet and brilliant green and buffered to pH 3.65±0.5. Moroever, serum (80 μL) and antigen (30 μL) are mixed and incubated for 8 min at room temperature in BPTA. 2 Although brucellosis in sheep and goats is most often caused by B. melitensis, the results of the test are not affected by the Brucella species (B. abortus is used) in the antigenic suspension.



Potential problems Standardization of the antigen may be a problem because of poor antigen quality (S-R dissociated brucellae) or inappropriate bacterial concentration. Thus, some antigen batches may have a lower sensitivity (down to approximately 85%).3,5 Specificity, on the other hand, remains very high (in the absence of S19 or Rev 1 vaccination). It is essential to obtain/prepare a good quality reagent, and every new batch should be tested with a panel of positive and negative sera.



Materials Flat glossy white ceramic tiles (these are optimal; glass plates can be used but readings are not so clear). They can be cleaned by rinsing/scrubbing in clean water after use. An automatic pipette delivering 25 to 200 μL (microliters) and plastic tips (cones). Tips can be rinsed in clean tap water, dried and reused many times. 



Antigen: Available commercially. Antigen should be stored at 4 °C (not frozen!).







Tooth picks: (or similar; a glass rod that is cleaned alter each mixing [see below] can also be used).







Control serum. A control serum that gives a minimum positive reaction should be tested before each day's tests are begun to verify the sensitivity of the test conditions. This serum should be stored frozen in small aliquots and brought to room temperature before use.



Standard protocol for animal serum samples The protocol described below is useful to assess the prevalence at a population level. It is the same for cattle, sheep and goats. 1. Bring the serum samples and antigen to room temperature (22 °C); only sufficient antigen for the day's tests should be removed from the refrigerator, always after homogenizing the suspension by shaking3.
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The reaction is sensitive to temperature, and for the recommended incubation time it is necessary to take the reagent from the refrigerator and let it warm up to room temperature (22 ± 4 ºC). Presumably, the agglutination time could vary if these conditions are not met.



2. Using the automatic pipette and a clean tip, place 25 μL of serum4 on the glossy side of the tile (several serum samples can be tested alongside). 3. Make sure that the antigen removed from the refrigerator is a uniform suspension (shake again the amount removed if necessary); then dispense 25 μL of antigen besides each drop of serum using the automatic pipette 4. Immediately, mix antigen and serum with a tooth pick (or similar), and rock the plate gently clockwise and counterclockwise for exactly 4 minutes (if available use a laboratory buzzer to indicate the lapse of 4 minutes. 5. In a well illuminated place, read the results immediately after the 4 minuterocking period (if several sera are tested on the same plate, take into account the dropping/mixing time delay between serum samples).



Modified protocol for animal sample serums If the objective is individual diagnosis, the sensitivity can be increased by increasing the amount of serum to be tested to 75 μL (instead of 25 μL) but by maintaining the amount (25 μL) of antigen.



RBT-serum dilutions 1. Dispense four 25 µL drops of saline (0.85% NaCl) on the tile. 2. To the first saline drop, add 25 µL of the positive plain serum and mix thoroughly by aspirating and expulsing the mixture several times with the pipette. 3. Rinse the pipette tip with saline and transfer 25 µL of the first dilution to the second saline drop. 4. Mix again as in 3 and transfer 25 µL of the second dilution to the third drop. 5. Mix again as in 4 and transfer 25 µL of the second dilution to the fourth drop. 6. Mix again, take 25 µL and discard them.



7. Test each drop (serum dilution) with 25 µL of the RB reagent as described above for the plain serum. The RBT results are expressed as serum titers:
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Fibrin in plasma causes false negative results. Thus, the test cannot be used with plasma, and blood samples must be let to clot completely, serum removed and clarified by centrifugation.



Last sample positive RBT titer Plain serum 1/2 First drop 1/4 Second drop 1/8 Third drop 1/16 Fourth drop 1/32



Producers Rose Bengal Test (OIE and European Union requirements). Producers Institut Pourquier 326, rue de la Galera F-34090 Montpellier Tel.: 33 4 99 23 24 25 Fax: 33 4 67 04 20 25 e.mail : [email protected] Synbiotics Europe SA 2, rue Alexander-Fleming F-69367 Lyon Cedex 07 Tel.: 33 4 72 76 11 11 Fax: 33 4 72 76 11 10 e.mail : [email protected] CVL-VLA http://www.defra.gov.uk/vla/labtest/Comm/Contents.htm Tel: +44 (0)1932 357335 begin_of_the_skype_highlighting +44 (0)1932 357335 end_of_the_skype_highlighting Fax: +44 (0)1932 357838 Email: [email protected] CZV CZ Veterinaria S.A. P.O. Box 16 – 36400 PORRIÑO (Pontevedra) Spain. Tel.: (+34) 986 330 400 Fax.: (+34) 986 336 577 E-MAIL: [email protected]



References 1. Huber JD, Nicoletti PL. Comparison of the results of card, rivanol, complementfixation, and milk ring tests with the isolation rate of Brucella abortus from cattle. Am J Vet Res. 1986; 47(7): 1529-31. 2. Díaz-Aparicio E, Marín CM, Alonso-Urmeneta B, et al. Evaluation of serological tests for diagnosis of Brucella melitensis infection of goats. J Clin Microbiol. 1994; 32(5):1159-65. 3. Blasco JM, Garin-Bastuji B, Marín CM, et al. Efficacy of different rose Bengal and complement fixation antigens for the diagnosis of Brucella melitensis infection in sheep and goats. Vet Rec. 1994; 134(16): 415-20. 4. Nicoletti P. An evaluation of serologic tests used to diagnose brucellosis in buffaloes (Bubalus bubalis). Trop Anim Health Prod. 1992; 24(1):40-4. 5. MacMillan AP. Investigation of the performance of the Rose Bengal plate test in the diagnosis of Brucella melitensis infection in sheep and goats. World Animal Review 891997/2. 1997.
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