
 
 
 
 

African Journal of Microbiology Research Vol. 5(23), pp. 3976-3980, 23 October, 2011  
Available online http://www.academicjournals.org/ajmr 
ISSN 1996-0808 ©2011 Academic Journals 

 
 
 
 

Full Length Research Paper 

 

Comparative diagnosis of ovine brucellosis using 
single step blood-PCR with old and new serological 

tools 
 

Salama M. Abdel Hafez1, Khaled A. Abd El-Razik2*, Hany M. Hassan1 and Ibrahim Gad3 
 

1
Immunology and immunobiology Unit- Animal Reproduction Research Institute-Haram-Giza-Egypt. 

2
Animal Reproduction Department, National Research Center, Dokki-Giza-Egypt. 

3
Infectious Diseases Department, Animal Reproduction Research Institute-Haram-Giza-Egypt. 

 
Accepted 9 September, 2011 

 

Brucellosis is an important disease affecting mainly sheep and goats. Diagnosis based on isolation of 
Brucella organisms from the suspected animals is the golden standard but has a limited sensitivity, 
expensive and unpractical to apply on a large scale in control campaigns. Accordingly, the indirect 
diagnosis of disease based on serological tests is the method of choice in the eradication programs. In 
this study, a single step polymerase chain reaction (PCR) was used to diagnose brucellosis using 
sheep whole blood and compared its sensitivity and specificity against some of the most commonly 
used serological techniques and modified ones. Three hundred apparently healthy ewes were randomly 
chosen from different governorates of Egypt. Sera were tested against Rose Bengal test (RBT), Serum 
Agglutination test (SAT), ELISA using both the whole Brucella antigen (W-ELISA) and the periplasmic 
protein antigen (P-ELISA). Results showed that 39% of the blood samples were positive to the PCR test, 
Meanwhile 29.3, 27.0, 28.7 and 28.3% were positive to the previous serological tests respectively. We 
recommend the use of this blood PCR assay for accurate diagnosis of ovine brucellosis especially in 
the early stage of infection, which is difficult to achieve by the applied serological tests. 
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INTRODUCTION 
 
Brucellosis is an important disease affecting mainly 
cattle, sheep and goats. The disease in cattle is most 
commonly caused by Brucella abortus while brucellosis in 
sheep and goats is caused by Brucella melitensis, a very 
important zoonotic agent (Moriyón and Gamazo, 1998). 

Isolation of Brucella organisms from the suspected 
animal is the golden standard in terms of specificity. 
However, this method has a limited sensitivity, expensive 
and cumbersome and has  the  added  difficulty  of  being  
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unpractical to apply on a large scale in control 
campaigns. Accordingly, the indirect diagnosis of disease 
based on serological tests is the method of choice in the 
eradication programs (Hussein and Awad, 2007).  

The standard Rose Bengal (RBT) and Complement 
Fixation (CFT) tests are the main serological tests used 
to detect antibodies against B. abortus and B. melitensis. 
Both tests have been used for several decades, proving 
to be successful for eradicating bovine brucellosis in 
some countries. Nevertheless, there is evidence that both 
tests are significantly less effective for the diagnosis of 
brucellosis in sheep and goats than in cattle (Nielsen, 
2002). 



 
 
 
 

 
 
 
 

Indirect Enzyme- Linked Immunosorbent Assays 
(iELISAs) have been developed using purified smooth 
Lipopolysaccharides (S-LPS) as the antigen and have 
been reported to be at least as sensitive and specific as 
the combination of both RB and CF tests for the 
diagnosis of brucellosis in ruminants (Kittelberger et al., 
1998).  

Classical serological techniques rely mainly on the 
detection of antibodies to lipopolysaccharide (LPS), 
giving rise to false-positive reactions due to cross-
reactivity with LPS from other bacterial species. Other 
drawbacks of anti-LPS antibodies have generated an 
increasing interest in the detection of antibodies to 
alternative antigens, mainly outer membrane proteins 
(OMPs) and cytoplasmic proteins (Cloeckaert et al., 
2002). Also a periplasmic protein has previously been 
identified as an immunodominant antigen of the 
cytosoluble protein extract of Brucella, in infected cattle, 
sheep, goats and humans (Cloeckaert et al., 1996; Gupta 
et al., 2010).  

Nucleic acid-based detection methods, such as PCR, 
are very promising tools for diagnostics. PCR assays 
described for Brucella spp. used primers derived from the 
43-kDa outer membrane protein gene of B. abortus 
(Fekete et al., 1992), the 16S rRNA gene (Romero et al., 
1995), insertion sequence IS711 (Casaňas et al., 2001) 
and the OMP31 gene (Gupta et al., 2006). 

This study describes the evaluation of a single step 
PCR for the detection of the gene encoding a 31 kDa B. 
abortus antigen of Brucella in whole blood of naturally 
infected sheep and a comparison of its performance 
against other conventional and modified serological tests. 
 
 
MATERIAL AND METHODS 
 
Samples  
 
A total of 300 ewe’s blood samples were collected from areas 
where brucellosis is known to be endemic in Kafr El-Sheikh and 
Gharbia governorates of Egypt. Sera used for serological examina-
tions were separated from whole blood samples (5 ml without 
anticoagulant) collected by jugular venipuncture. Another 5 ml 
sample whole blood sample from each animal was collected with 
EDTA as coagulate for the PCR analysis.  
 
 
Serological tests    
 

All antigens were kindly provided by Serum and Vaccine Institute, 
Abbasia, Egypt. RBT was performed using Brucella abortus S-99 
antigen (Alton et al., 1988), while Serum Agglutination Test (SAT)  
was done using Brucella abortus S-99 white antigen that diluted in 
hypertonic phenol saline solution 5% NaCl as described by Alton et 
al. (1988). Indirect ELISA was performed using both Brucella  whole 
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(W-ELISA) and periplasmic antigens (P-ELISA).  
 
 

Extraction of periplasmic antigen  
 
Periplasmic antigen of B. abortus S-99 was prepared with modified 
method from Yifan et al. (1993). The antigen was pelleted by 
centrifugation at 3000 x g/5 min. The pellet was resuspended to the 
original volume using sterile sodium chloride solution (0.15 M). 
Centrifuged at 12,000 xg / 30 min., then supernatant was collected, 
for each 10ml of solution, ammonium sulphate (3.13 gm) was 
added and dissolved. Centrifuged at 3000 x g/15 min., the pellet 
was resuspended in 1X phosphate buffer saline (PBS). Periplasmic 
antigen preparation was dialyzed at 4°C against 1X PBS to remove 
ammonium sulphate and stored at -20°C.  

Whole killed Brucella antigen was prepared from Brucella abortus 
S-99 according to Berman et al. (1980).       
 
 
Indirect ELISA    
 
Checker board titration was done according to Narayanan et al. 
(1983) to optimize each of periplasmic and whole Brucella antigen 
concentration against positive serum dilution. Indirect ELISA was 
performed according to Bassiri et al. (1993). Results were recorded 
on an ELISA reader (verse max) at 492 nm wave length. Samples 
showing double the optical density (O.D.) of the mean control 
negative were considered positive. 
 
 
Polymerase chain reaction (PCR) 
 
Isolation of DNA from blood samples 
 
DNA was isolated from blood samples (150 µl each) using Invisorb

®
 

Spin Blood Mini Kit (Invitek GmbH, Berlin) following the instruction 
of the manufacturer. 
 
 
Synthetic oligonucleotide design 
 
PCR assay for the detection of Brucella spp. was carried out as 
described by Baily et al. (1992) using primers B4 (5´-
TGGCTCGGTTGCCAATATCAA-3´) and B5(3´-
CGCGCTTGCCTTTCAAGGTCTG-5) that were chosen from within 
the coding sequence of a gene encoding a 31 kDa B. abortus 
antigen (Figure 1).  
 
 
DNA amplification by PCR 
 

Single step PCR assay was carried out in 200 µl microtubes using 
13 µl of Milli-Q water, 25 µl Taq PCR Master Mix (Cat.no. 201445, 
Qiagen Co.), 1 µl of each primer B4, B5, and 10 µl of extracted 
DNA. 

Temperature cycling for the amplification was performed in a 
PTC-200 thermocycler (MJ Research, Watertown, MA, USA) as 
follows: initial denaturation at 94°C for 5 min; 39 cycles comprising 
denaturation at 94°C for 60 s, annealing at 60°C for 60 s, extension 
at 72°C for 60s, and a final extension at 72°C for 10 min (Baily et 
al., 1992). The size of the amplified DNA  (223bp)  was  determined 
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Table 1. Evaluation of RBT, SAT, W-ELISA, P-ELISA and PCR for diagnosis of ovine Brucellosis. 
 

  RBT (%) SAT (%) W-ELISA (%) P-ELISA (%) PCR (%) 

Positive 88 (29.3) 81(27) 86 (28.7) 85 (28.3) 117(39) 

Negative 212(70.7) 219 (73) 214 (71.3) 215 (71.7) 183 (61) 

 
 
 

Table 2. Comparison of blood PCR with RBT, SAT, W-ELISA and P-ELISA.  
 

Test 
 RBT SAT W-ELISA P-ELISA 

Total 
 (+) (-) ( + ) ( - ) ( + ) ( - ) ( + ) ( - ) 

PCR 

(+) 82 35 80 37 86 31 85 32 117 

(-) 6 177 1 182 0 183 0 183 183 

Total 88 212 81 219 86 214 85 215 300 

 
 
 
by electrophoresis on 1.5% agarose gels.  
 
 

RESULTS 
 
Serum samples from 300 ewes at Kafr El-Sheikh and 
Gharbia governorates of Egypt were used. In this study 
both RBT and SAT detected 88 (29.3%) and 81 (27%) 
positive cases, respectively. While, ELISA using Brucella 
abortus periplasmic antigen detected 85 (28.3%) positive 
cases and failed to diagnose one ovine serum in 
comparison to ELISA using whole Brucella antigen 
(28.7%) as shown in Table 1. 

PCR testing was able to detect higher percentage of 
positive samples (39%) than all examined serological 
assays (Table 1). Moreover, PCR was able to identify an 
additional number of positive samples which were 
serologically negative. On the contrary, although, PCR 
amplification was able to detect all serologically positive 
samples, it failed to identify six samples in the RBT and 
one sample in the SAT (Table 2). 
 
 

DISCUSSION 
 
Detection of ovine brucellosis can be proven problematic 
due to the sharp decline in serum titers of some infected 
animals after infection, or due to lack of reactivity in the 
commonly used serological tests (Morgan, 1984). Since 
diagnostic errors occur, these criteria can only be 
implemented if a gold standard test is used to detect the 
true disease status of the animals. Isolation of brucellae 
could be the gold standard as it unequivocally establishes 
the cause of infection. However, bacteriological isolation 
cannot always be relied on to prove the presence or 

absence of the disease in individual animals especially in 
the blood of live animals (Corbel et al., 1980). 

The presumptive diagnosis provided by the serological 
tests, is usually accepted as indication of brucellosis. 
Although it can only detect IgM and IgG2 and fails to 
detect IgG1 (Rice and Boyes, 1971), SAT assay is 
approved by the veterinary authority organization in 
Egypt. However, chronic carriers produce mainly IgG1 
that block the agglutinating activities of IgG2 (Farina, 
1985) which may result in lower detection rates. This may 
explain the lower number of positive samples detected by 
SAT (27%) in comparison to other serological tests used. 

On the other hand, as RBT assay can detect antibodies 
of classes IgG1 and IgM against surface antigen 
lipopolysaccharides (LPS) of smooth Brucella (Davies, 
1971), it was able to detect higher number of positive 
samples (29.3%). Indeed, this test is internationally 
acknowledged as the choice for the screening of 
brucellosis in small ruminants (Garin-Bastuji and Blasco, 
2004). However, due to cross reactivity between these 
antigen with other bacterial species including Yersinia 
enterocolitica 0:9 and E. coli serotype O:57 (Chukwu, 
1985; Kittelberger et al., 1995), RBT may suffer higher 
rates of false positive results than other serological tests. 
ELISA has been shown to be highly specific and of equal 
or greater sensitivity than CFT and RBT and suitable test 
for large scale screening for Bovine Brucellosis (Saravi et 
al., 1995; Hermoon et al., 2001). Besides latent infection 
could be detected earlier by ELISA than other serological 
tests as it detect all classes of antibodies (Reynolds et 
al., 1985).  

This study aimed to compare indirect ELISA using 
periplasmic protein and whole killed Brucella antigens 
with other conventional serological tests (RBT and  SAT). 
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Figure 1. PCR assay for detection of Brucella Spp in ovine blood. Lane 6: 100bp 
DNA marker; lanes 1–4: positive blood sample DNA PCR; lane5: positive control; 
the 223-bp PCR product is indicated. 

 
 
 
ELISA using periplasmic antigen detect 85 cases (28.3%) 
and failed to detect one case that was detected using 
whole Brucella antigen. The relatively higher results 
obtained from whole killed Brucella antigen (28.7%) may 
be due to the detection of external and internal antigens 
especially LPS that evoke antibody response of all 
classes of antibodies, than periplasmic protein antigen 
which is considered as an internal enzymatic protein as 
reported by Clockaert et al. (1991) and Diaz-Aparicio et 
al. (1994). This also was agreed by Shringi et al. (2002) 
who confirmed that the use of periplasmic antigen 
resulted in lower detection rates than sonicated and 
whole Brucella antigen preparations. This may indicates 
also that P-ELISA is relatively more specific than W-
ELISA. 

Amplification of microbial DNA from clinical samples 
offers the potential for rapid, sensitive and specific 
identification of pathogens, either directly from tissues or 
body fluids or after culture of such samples (Gupta et al., 
2006). Indeed, from our results PCR amplification was 
able to identify several other positive samples in addition 
to all the samples detected by the serological assays. 
This may be due to that these animals were in an early 

stage of infection (12-16 days after infection), while 
antibodies titers produced are still low to detect. On the 
other hand, PCR detects the causal agent itself found in 
the bloodstream as previously reported by Leal-Klevezas 
et al. (2000). These results indicate the higher sensitivity 
of PCR which could be especially useful during early 
infection.  

The failure of PCR amplification to detect a few number 
of samples (6 samples in RBT and one sample in SAT) 
could be explained by the presence of PCR-inhibitory 
compounds, such as EDTA or heparin used as 
anticoagulants in blood samples or heme compounds 
from hemolized erythrocytes which often copurify with 
DNA in the extraction process as reported by Leal-
Klevezas et al. (1995) and Morata et al. (1998). Another 
possible explanation is the presence of a problem in the 
specificity of these serological tests (false positive) such 
as cross reactivity with other Gram-negative bacteria, 
mainly, Y. enterocolitica O:9 as mentioned by Garin-
Bastuji et al. (2006). 

This agrees with the results of Gupta et al. (2006) in 
goats’ blood and milk where PCRs showed higher 
sensitivity and  specificity  of  93  and  100%  respectively 
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than that of both SAT and dot-ELISA (71 and 86% 
respectively).  

In conclusion, it appears that PCR detection of the 
gene encoding a 31 kDa B. abortus antigen of Brucella in 
ovine blood provides a simple to perform and rapid 
diagnostic test which has a high sensitivity and 
specificity, versatility in sample handling and reduced risk 
for laboratory personnel compared with other serological 
tests. This makes it a valuable tool in the diagnosis of 
ovine brucellosis especially in the early stages of 
infection. 
 
 
REFERENCES 
 
Alton GG, Jones LM, Angus RD, Verger JM (1988). Techniques for 

Brucellosis. Institute National de le recherché Agronomique, 174 de 
luniversite, 75007, Paris. 

Baily GG, Krahn JB, Drasar BS, Stoker NG (1992). Detection of 
Brucella melitensis and B. abortus by DNA amplification. J. Trop. 

Med. Hyg., 95: 271–275. 
Bassairi M, Ahmed S, Giavendoni L, John-Satiki JT, Mebus J, Yilma T 

(1993). Immunological response to Baculo virus expressed F and H. 

J. Virol., 67: 1255-1261. 
Berman DT, Wilson BL, Moreno E, Angus RD, Jones LM (1980). 

Characterization of Brucella abortus soluble antigen employed in 

immunoassay. J. Clin. Microbiol., 11: 355. 
Casaňas MC, Queipo-Ortuňo MI, Rodriguez-Torres A, Orduňa A, 

Colmenero JD, Morata P ( 2001). Specificity of a polymerase chain 
reaction assay of a target sequence on the 31-kilodalton Brucella 
antigen DNA used to diagnose human brucellosis. Eur. J. Clin. 
Microbiol. Infect. Dis., 20: 127–131. 

Chukwu CC (1985). Differentiation of Brucella abortus and Yersinia 
enterocolitica serotype 0:9 infection: use of lymphocyte 
transformation test. Int .J. Zoon., 12:126. 

Cloeckaert A, Jacques I, Limet JN, Bowden R, Dubray G, Plomet M 
(1991). Protection conferred on mice by monoclonal antibodies 
directed against outer membrane protein antigens of Brucella. J. 

Med. Microbiol., 34:175-780. 
Cloeckaert A, Verger JM., Grayon M, Grepinet O (1996). Polymorphism 

at the dnaK locus of Brucella species and identification of a Brucella 
melitensis species-specific marker. J. Med. Microbiol., 45: 200-205. 

Cloeckaert A, Grayon M, Grépinet O (2002). Identification of Brucella 
melitensis vaccine strain Rev.1 b PCR-RFLP based on a mutation in 

the rpsL gene. Vaccin., 20: 2546–2550. 
Corbel MJ, Scott A C, Ross H M (1980). Properties of a cell-wall-

defective variant of Brucella abortus of bovine origin.85:103-113. 
Davies G (1971). The Rose Bengal Test. Vet. Rec., 88: 447-449. 
DiazAparicio E, Marin C , AlonsoUrmenta B , Aragon V , Peretortiz S , 

Pordo M, Blasco JM , Diaz  R , Mariyon  I (1994).Evaluation of 
serological tests for diagnosis of Brucella melitensis infection in 
goats. J. Clin. Microbiol., 32: 1159-1165. 

Farina R (1985).Current serological methods in B.melitensis diagnosis 
in: Brucella melitensis, ed. Verger JM, Plommet, M pp. 139-146 
Martinus Nijhoff, Dordhoff, the Netherland. 

Fekete A, Bantle JA, Halling SM (1992). Detection of Brucella by 
polymerase chain reaction in bovine fetal and maternal tissues. J. 
Vet. Diagn. Investig., 4: 79–83. 

Garin-Bastuji B, Blasco JM (2004). Caprine and ovine brucellosis 
(excluding B. ovis). In: Manual of Diagnostic Tests and Vaccines for 
Terrestrial Animals, fifth ed. OIE, pp. 598–606. 

 

 
 
 
 
Garin-Bastuji B, Blasco JM, Marin C, Albert D (2006). The diagnosis of 

brucellosis in sheep and goats, old and new tools. Small Rum. Res., 
62: 63–70. 

Gupta VK, Verma D K, Singh K, Kumari R, Singh SV, Vihan VS (2006). 
Single-step PCR for detection of Brucella melitensis from tissue and 
blood of goats. Small Rum. Res., 66: 169–174. 

Gupta VK, Kumari R, Vohra J, Singh SV, Vihan VS (2010). Comparative 
evaluation of recombinant BP26 protein for serological diagnosis of 
Brucella melitensis infection in goats. Small Rum. Res., 93: 119-125. 

Hermoon CD, Jung B, Cho S, Jung S, Kim O (2001).Development of 
ELISA for Brucella abortus RB51. Purification of 8 KDa antigen and 
development of ELISA using its antigen of Brucella abortus.  Korean 

J. Vet. Res., 41: 51-57. 
Hussein KE, Awad SS (2007). Trial to increase the sensitivity of 

Brucella antigens treated with Binary ethylene imine as inactivated 

agent. Beni-Suef Vet. Med. J., 17:  p.10-14. 
Kittelberger R, Hilbink F, Hasnsen MF, Penrose M, Delisle GW, 

Leyesson JJ, Garin-Bastugi B, Searson J, Fossati CA, Cloeckaert A, 
Schvrig G (1995). Serological cross reactivity between B. abortus and 
Yersinia enterocolitica O: 9 Immunoblot analysis of the anti-response 
to Brucella protein antigens in bovine brucellosis. Vet. Microbial., 47: 

257-287. 
Kittelberger R, Diack DS, Vizcaíno N, Zigmunt MS, Cloeckaert A 

(1998).Characterization of an immuno-dominant antigen in Brucella 
ovis and evaluation of its use in an Enzyme-Linked Immunosorbent 
Assay. Vet. Microbiol., 59: 213-227. 

Leal-Klevezas  DS, Martíınez-Vàzques  IO, Lopez-Merino  A et al. 
(1995). Single-step PCR for detection of Brucella spp. from blood and 
milk of infected animals. J. Clin. Microbiol., 33: 3087-3090. 

Leal-Klevezas DS, Martíınez-Vàzques IO, Garcia-Cantú J, López- 
Merino A, Martínez-Soriano JP (2000). Use of polymerase chain 
reaction to detect Brucella abortus biovar 1 in infected goats. Vet. 
Microbiol., 75: 91–97. 

Morata P, Queipo-Ortuño MI, de Dios Colmenero J (1998). Strategy for 
optimizing DNA amplification in a peripheral blood PCR assay used 
for diagnosis of human brucellosis. J. Clin. Microbiol., 36: 2443–2446.  

Morgan WJ (1984). Brucella classification and regional distribution. Dev. 
Biol. Stand., 56: 43-53. 

Moriyón I, Gamazo C (1998).Structures and properties of the outer 
membrane of Brucella abortus and Brucella melitensis, Intern. 
Microbiol., 1: 19-26. 

Narayanan  PR., Acharulu  GS, Krishman  UP, Abdul Rauoof A, 
Tripathy SP (1983). Evaluation of ELISA as diagnostic test in 
pulmonary Tuberculosis N.Z. Vet. J., 19: 146-154. 

Nielsen K (2002). Diagnosis of brucellosis by serology. Vet. Microbiol., 
90: 447-459. 

Reynolds SL, Lindstorm JL, Fancher TL (1985). Used the ELISA in 
predicting latent calf hood brucellosis Infection. Proc. U.S. Anim. Hlth. 
Assoc., 89: 150-158. 

Rice CE, Boyes B (1971). Serum immunoglobulin in bovine Brucellosis. 
N.Z. Vet. J., 19: 146-154. 

Romero C, Gamazo C, Pardo M, Lopez-Goni I (1995). Specific 
detection of Brucella DNA by PCR. J. Clin. Microbiol., 33: 615–617. 

Saravi M, Right P, Gregoret R, Gell M (1995). Comparative 
performance of the enzyme linked immunosorbent assay (ELISA) 
and conventional assays in the diagnosis of bovine brucellosis in 
Argentine. Vet. Immunol. Immunopathol., 47: 93-99. 

Shringi BN, Soni SS, Sharma KN (2002).Sero-reactivity of Brucella 
abortus antigens for the diagnosis of brucellosis. Indian Vet. J., 
74:423-434. 

Yifan Z, Yang J, Cheers C (1993). Cytokine response of T- cell subsets 
from Brucella abortus infected mice to soluble Brucella proteins. Inf. 
Imm., 61: 2841-2847. 


