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Summary 
 

The research was made taking into account 257 clinical cases manifested by 
orhites or orchi-epididimita and 28 cases of spontaneous aborts. The animals comprised in 
this survey belong to many races: German Shepherd, Samoyed, Dalmatians, Rottweiler, 
Mioritic Shepherd, Carpathian Shepherd, Great Dane, Irish Terrier, Pointer, German Braque, 
Siberian Husky, and a very important number of cases was represented by community dogs. 

The clinical elements for presumptive diagnosis were dominated by orchites and 
orchi-epididimita associated with urinary difficulties, hyperthermia and, at females, the 
suspicion was made on the basis of the spontaneous aborts. The confirmation diagnosis 
comprised a complex of bacteriological methods (the isolation of Brucella in the blood, from 
the abortion products, or from the testicle taken in from emasculate animals); in most of the 
cases are being used also serological methods (Slow Agglutination Reaction, Fast Serum 
Agglutination Reaction, Coplement Clamping Reaction and Speed Brucella Canis Test).  
 

The canine brucellosis produced by Brucella canis is a sporadic disease, 
with a lower economic importance, but with a very important sanitary important, 
because of the risk of transmission to human beings.  

The infection develops usually without clinical signs, benign, from the total 
number of contaminated dogs; a variable percentage could present clinical and 
anatomical changes, on this basis being able to put a presumptive diagnosis. 

Although discovered and studied for more than 35 years (Brucella canis 
was identified for the first time by Carmichael and Bruner in 1968), the area of 
spreading is not yet known, and the surveys made concerning the prevalence of 
this disease still do not offer eloquent statistical data. In addition, the epidemiology 
of canine brucellosis is frequently complicated because of sporadic cases and even 
enzootic hotbeds, determined by the infections with other species of Brucella: B. 
melitensis, B. abortus or B. suis (habitually the contamination appears in dogs 
which live in farms and consume abortion production from females with 
brucellosis). 

 
Materials and methods 

 
The surveys were made on a period of 4 years (2004-2007), comprising a 

total number of 285 clinical cases, presumptively diagnosed with brucellosis. From 
the total investigated cases, a number of 257 cases were represented by males on 



LUCRĂRI ŞTIINłIFICE MEDICINĂ VETERINARĂ VOL. XLI, 2008, TIMIŞOARA 
 

 1004  

which the suspicion was determined by the evolution of several orchites and orchi-
epididimites, and a number of 28 cases were represented by females on which the 
suspicion was determined by spotaneous aborts (habitually at 15-20 of gestation). 

For every animal diagnosed presumptively with brucellosis there has been 
filled a complex observation data sheet, which comprised among others detailed 
anamnesis investigations.  

The diagnosis methods used were: 
- bacteriological exam: which included stages of isolation and identification; 

as pathological materials (samples) have been collected and processed: blood 
(from cases with hyperthermia), urine, total sperm, post-abort liquid and in cases in 
which the therapy included also orchidectomia or ovaro-hysteraectomia and the 
organs disposed constituted working samples too; generally, as culture media we 
used: agar with wether blood, agar with dog blood, broth with glucose, glycerine 
and glucose agar 1%, glicerinated potato. 

- the serological method RAL (the lent reaction of agglutination): as 
necessary materials for the reaction we used: brucelic antigen, physiological 
phenol solution 5o/oo, negative serum (sample), serological tubes Wassermann, 
automated pipettes with sterile heads and 1 ml or 2 ml capacity; as an analysis 
sample blood from suspected dogs was collected (the collection was made from 
venous blood, by puncturing the brachial vena or external saphena, followed by the 
collection of 30-40 ml of blood in sterile tubes); the blood was kept in conditions for 
free sedimentation in order to obtain the serum, and after 24 hours was collected 
the serum; the antigen was prepared (antigenic serum suspended in phenolic 
physiological solution) and was introduced in 3 tubes (3,6 ml in the first test tubes, 
1 ml in the second one, 1.5 ml in the third one); over the working antigen was 
introduced serum (0,15 ml - dilution 1/25; a volume of 1 ml was taken from the first 
test tube and was introduced in the second one - 1/50 dilution; a volume of 0,5 ml 
was taken from the first test tube and introduced in the third one - 1/100 dilution); 
for each examined sample was used a positive and a negative witness; the 
prepared test tubes were introduced at incubation for 18 hours at 37oC, and 
afterwards the grade of agglutination was interpreted. 

- the serological rapid method using colored antigen Bengal-pink (the 
reaction or rapid seroagglutination -RSAR) : as materials necessary to perform this 
reaction were used: colored Bengal-pink brucellic antigen, brucellic positive serum, 
blood serum obtained from suspected dogs (as described earlier); on a glass slide 
is deposed a drop (0,03 ml) of blood serum and a drop (0,03 ml) of colored Bengal-
pink brucellic antigen; through circular movement the homogenization is realized, 
for 4 minutes; the same operation was executed with a positive serum and a 
negative one; after 4 minutes was interpreted the visible agglutination. 

- the method of complement fixation (RFC): as necessary materials: 
corpuscular antigen for the diagnosis of Brucella, positive witness serum, negative 
witness serum, lyophilized complement (alexine), wether red blood cells, hemolytic 
serum, serum for examining, veronal swab. In the first phase the complement was 
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titered (from the lyophilized complement have been obtained dilutions of 1/100 in 
veronal swabs, and distributed after in glass tubes these were maintained 30 
minutes at 37oC); the hemolytic system was prepared (the suspension of red blood 
cells was mixed in an equal percentage with hemolytic serum and homogenized for 
20 minutes); the next phase is titer phase in the presence of a hemolysis witness 
H50 and a witness H0; after titering the complement, the reaction was performed: 
the sera were inactivated on a water bath for 30 minutes at 60oC; the reagents 
were distributed, the hemolytic system was prepared, afterwards the tubes were 
maintained 10 minutes at 37oC and another 20 minutes at room temperature, after 
that 0,4 ml of antigenic witness were added and the tubes were reintroduced in the 
water bath, and when the lysis of red blood cells was realized at 5 minute distance, 
the tubes were taken out from the water bath; the reading of the reaction was 
immediately realized after getting out of the bath, then the tubes were centrifuged 
10 minutes at 100 rpm, and then the coloring of the supernatant was read in 
comparison to the reaction witnesses. 

- Speed Brucella Canis Test: It is a rapid test for qualitative detection of 
antibodies determined by the infection with Brucella canis. As necessary material 
were used: dishes for testing imbibed with specific purified antigen - Brucella canis, 
diluent and liquid reagent, collecting swab for the material to analyze - integral 
blood, plasma, and blood serum. The material is collected using the special swab, 
and then it is very well homogenized with 4 drops of diluent solution. From the 
prepared samples are taken 1-2 drops on the glass slide "S" of the analysis dish. 
The result is interpreted after 20 minutes: negative test - the apparition of a single 
red band in "C" area (control band); positive test - the apparition of 2 red bands in 
"C" and "T" areas (test band).  
 

Results and discussions 
 

There have been investigated a total number of 285 cases presumptively 
considered infected with Brucella canis (257 males – 90.17% and 28 females – 
9.83 %). The presumptive diagnosis of brucellosis was based on the clinical signs, 
adding the detailed anamnesis investigations. Habitually, for males the clinical 
signs with diagnosis importance were considered: temporary hyperthermia (with 
values of temperature between 39,5 - 40oC) and remitent, the inflammation of 
scrotal bags, orchites and unilateral of bilateral orchi-epididimita, unilateral testicle 
atrophy associated with eczematous dermatitis of the scrotum; for females, the 
clinical signs of diagnosis importance were considered: temporary hyperthermia 
(with values of temperature between 39,5 - 40oC) and remitent, spontaneous 
abortion (usually in the first 15-20 of gestation). The animals suspected of 
brucellosis were subjected to some comparative methods of diagnosis, in order to 
establish a certain diagnosis. The results obtained after applying different diagnosis 
methods are included in table 1. 
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Table 1 
The results of the assays performed in cases of 

Clinical cases 

Males Females Crt. 
no. 

The diagnosis method 
Total 
cases number of 

positive cases 
% 

number of 
positive cases 

% 

1. 
Total number of 

presumptive cases 
285 257 90.17 28 9.83 

2. 
Positive 

bacteriological assays 
10 9 3.16 1 0.35 

3. Positive RSAL 51 46 16.14 5 1.75 

4. Positive RSAR 69 62 21.75 7 2.46 

5. Positive RFC 65 58 20.35 7 2.46 

6. 
Speed Brucella Canis 

Test 
68 62 21.75 7 2.46 

 
Literature data mention that the best results in animal brucellosis 

diagnosis, are obtained by bacteriological assay (the isolation of the germ from 
different contaminated materials, collected from the animals suspected). Our 
surveys have proven that the isolation of the bacteria is rare from the clinical cases 
with confirmed brucellosis, through serological methods comparatively applied. 
From the total investigated cases through bacteriological assays, there has been 
succeeded the isolation of bacteria from 10 cases (9 males and 1 female).  

The serological assays applied to the blood samples collected from the 
suspected animals offered different results, although the collection of the samples 
was performed in the period of clinical manifestation of clinical signs. The 
comparative analysis of obtained results after performing the serological assays, 
after the data presented in table 1, demonstrate that the most numerous positive 
reaction were marked out through the rapid seroagglutination with Bengal-pink 
reaction (24.21 %) followed by the complement fixation reaction (22.81 %), 
considered as the highest specific methods. After using the lent seroagglutination 
reaction in tubes for serological diagnosis of canine brucellosis, only 51 from the 
285 cases (17.89 %) obtained positive reactions. These results demonstrate that 
some serological reactions performed for obtaining an accurate diagnosis can lead 
to false results, and the mod valuable method for diagnosis is RFC.  
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Conclusions 
 

1. The reaction of complement fixation is a sensitive reaction and specific one. 
The specificity is higher in case of using antigens Brucella canis. The 
utilization of the reaction is limited by the anticomplementarity of dog serum 
which can determine the apparition of false results. 

2. The lent agglutination reaction and the modified variant (with 2-
mercaptoethanole) demonstrated a good sensibility and a high specificity 
(especially concerning the second one). 

3. Rapid seroagglutination test on glass slides (with antigen colored in Bengal-
pink) demonstrated a sensibility and specificity close to the reference test 
(the hemoculture). 

4. Rapid test of serological diagnosis of canine brucellosis produced by 
Brucella canis (Speed Brucella Canis Test) has proven to be a test with 
diagnosis results of an accuracy comparable with the one using the Bengal-
pink. 
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