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UMMARY

total of 689 milk samples, collected from ewes
(different stages of lactation, was examined bac-
riologically and serologically for detection of
ucella infection among sheep flocks. Bacterio-
gical examination was carried out using the or-
mary isolation and identification methods for
ucella organisms. Serological examination was
sed upon three tests specific for milk, namely,
bortus Bang Ring Test (ABRT), Whey Aggluti-
Uon Test (WAT), and Whey Antiglobulin
Coomb’s” Tegy (WCT). Comparative evaluation
[the different employed methods indicated that
* ABRT and WGT were of similar sensitivity
" both tests were more specific than the WAT.

- Melitenis biotypes 2 and 3 were recovered
oM the milk samples in percentages of 0.29%

..76% respecllvely
——————
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Besides economical losses due to bruccllosis
among our livestock, B. melitensis is a dangerous
public health hazard. The organism is transmissi-
ble to man either by direct contact and manage-
ment of infected animals especially shccp or
through milk or milk products originated from in-
fected animals. This results in a scvere discasc
condition in the affected persons which is known
as undulant fever. Detection of brucella-infected
lactating ewes is of utmost importance for belter
protection of human population. ABRT and WAT
have been reported as routine serological tests lo
identify brucella-infected animals (7,8). In more
recent years, complement fixation test (CFT), and
Coomb’s test (WGT) were added to the list as
supplemental methdds, both on serum and whey
samples of different animal specics (I, 5, 12).
However, it has been reported, by several authors,
that the ABRT is not as reliable as CFT and other
serological tesls for laboratory dingnosis of bru-

cellosis in sheep as in cattle (4.9.12). According

to the available literature, no information was
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milk for diagnosis of brucella infection, This
work was carried out to evaluate the efficacy of
different serological tests of milk samples, simul-
tancously with bacteriological examination, in the

laboratory diagnosis of ovine bruccellosis.
MATERIALS AND METHODS

Samples : A total of 689 milk samples was col-
lected from ewes at different stages of lactation.
The ewes represnted different regions of some

northern Egyptian governorates.

Bacteriological examination: The collected milk
samples were centrifuged and both sediment and
crcam layer were streaked onto Albimi agar plates
containing cthyl violet, actidione and bacitracin.
The inoculated plates were incubated at 37°C in
the presence of 10% CO2 for 96 h. The suspected
brucella colonies were further examined accord-
ing to previously described method (16). Further-
more, the identified brucella isolates were sero-
typed using monospecific anti-B. melitensis sera
obtained from Buroughs Wellcome Research La-

boratory (Beckenham, U. K.).

Milk serological tests: ABRT was performed by
mixing 1 ml of milk with 0.03 ml (one drop) of
brucella haematoxylin-staiend antigen (Vet. Ser.
and Vacc. Res. Inst., Abbasia, Cairo, Egypt) in a

Wassermann tube. ‘I'he results were recorded after

Y

1 to 3 h incubation at room lcmpcrmu,.‘_(
. * Q)

was carried out on milk whey whigy, w N
a8 g

cd by addition of one drop of renney en Pirg
Zym
¢

ml of fresh milk. After ccmrirugmim‘‘0r ) log
ey,
A5 Collegiyy,

WAT. Fifty percent or more agglutinatiop o )
I

or higher dilution of whey was considereg

ture at 900 xg for 12 min., whey w

tive for brucella infection (3). WGt (C°0rnl;
test) was also performed on whey obtaineg as
viously mentioned. A volume of 0.8 m] of sl
physiological saline were mixed with 02
whey and incubated in a water bath-at 37°C o,
min. The whey samples were scrially dilygg
sterile normal saline in 0.5 ml volumes (o wj;
equal volumes of standard B. melitensis sinip
antigen (Vet. Ser. and Vacc. Res. Inst., Abb
Cairo Egypt) were added. The mixture was i
bated at 37°C for 2 h after which 1.5 ml of str
normal saline were added to cach whey-anig
mixture. The antigen bacterial cells with anyp
sible reacting specific immunoglobulins wer

dimented by centrifugation and the pellet?

washed three times in normal saline. The was

pellet was suspended in 1 ml of rabbit anti-$

globulin at the optimum dilution* and she ™"
was incubated at 37°C for 24 h. Fifty P
more aglutination of 1/10 or higher whey dil_u
was considered positive for brucella ke
(10).

* Optimum dilution of rabbit anti-sheep globulin scrum was detected by checkerboard titration against known
(Federal Institute for human health protection and Velterinary Mcdicine, Berlin, Germany) and was calculatc

1L
m\li-bl‘“‘:"‘":l g
|

as

the senim which resulted in detection of the accurate titre of the brucella positive serum.

266

0)
VcL.Mcd.J..Glzn.Vol.48.No-2(200

>

CamScanner


https://v3.camscanner.com/user/download

RESULTS AND DISCUSSION

pacteriological examination resulted in identifica-
tion of 21 burcella isoaltes out of 689 tested sheep
milk samples with a percentage of 3.05%. Of the
71 brucella isoaltes, 19 were typed as B. meliten-
sis biotype 3, while two isolates were classified as
B. melitensis biotype 2 (table 1). This result indi-
cates that B. melitensis biotype 3 is cpidemiologi-
cally and zoonotically more significant than the

biotypc 2. Regardless of biotyping, the incidence

Concerning scrological tests, ABRT results were
compared to the results of bacteriological exami-
nation. Out of 689 ABRT-tested milk samplcs,
645 were negative. The rest of the samplcs (44)
showed different positive results with the ABRT
where 13.64%, 22.27% and 63.64% of the sam-
ples showed positivity degrees of 1+, 2+ and 3+,
respectively. This indicates that cwes of positive
or dubious results of ABRT arc not nccessarily
positive for baCl(:l:l'ill isoaltion. In other words,

isolation of brucclla organisms from cwe milk

Table 1: Prevalence of B. melitensis and its biotypes in ewe milk samples

B. melitensis isolatcs . . .
Total* No. of . B. melitensis biotypes
milk samples
Number Percentage Biotype 2 Biotype 3
Percntage/ Percentage/
Number & g Number | Perentage/ | Percentage/
“ | Isolates” | Milk samples Isolatcs | Milk samples
689 21 3.04% 2 952% 0.29% 19 90.48% 2.76%

* Sediment and cream layer of cach sample were cultivated

(1] . . . . 5 - . . . . o ", .
8. melitensis was identificd using routinc mcthods and scotyping of the isolates against monospccific 8. melitensis anliscrum

rate of B. melitensis detected in this study agreed
0 large extent with rates recorded in many pre-
ceding studies (6, 14, 18) which showed inci-
dence rates of 4.3%, 2% and 4.52% of B. meliten-

SI5 among sheep, respectively. This shows how

was found to be inferior to the ABRT (21/44)
with more than 50% of animals might escape the
bacterial isoaltion (table 2). A collective correla-
tion of ABRT positive samples with bacterial iso-

lation, WAT and WGT results are depicled in ta-

MPortant is that bacteria as a public health haz- —-L-ble 3. WAT failed o delect 8 cases, which were

d .
Brd. However, if the biotyping is to be considered,
- Melitenjg biotype 3 should be respected when

rodugiyyy

Il| ‘. s . ] J .
Nucing immnizing o diagnostic reagents [or
[} -

Wi l)rucclluxih.

VclM
Medy
U-.Glz2.Vol.48,No.2(2000)

.

4' Bbsilivc for bacterial isolation. In contrast, only 4

out of 11 whey, WAT-positive samples with 1/20
litters, were positive in cultures. Thus, the WA'l
can be considered not only more laborious and

time consuming but also less cfficient than the
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ABRT in detection of B. melitensis infection in
lactating cwes. Similar results were previously re-

coreded by many investigators (3,5,12). WGT, on

specific than the WAT and remained o
SIj

much more longer until a titre of 1/640. The N
* SilmQ

observation was recorded by other investig
alorg

Table 2: Comparison of ABRT and bacterial isolation for diagnosis of ovine
brucellosis using ewe milk samples.

Test Total No. of milk Positive Percenlage ABRT inlcnsity
samples samplcs

+ | ++ | =+

ABRT 689 44 6.38% 6 10 28
Bacteriological
cxamination 689 21* 3.04% 2 8 11

= All samples (21) were positive with ABRT but with different intensitics

the other hand, showed presumably false-negative
results, since 0.63% of 631 samples, which were
negative for WGT, yielded B. melitensis in cul-

ture. However, the WGT was found to be more

who reported that Coomb’s test w;xs found to be
more specific and remained positive much longe
than the regular agglutination tests in brucelle
infected sheep (12). Comparison of the three sere

logical tests to the results of cultivation indicales

Table 3: Comparison of WAT and WGT reactions in ewe milk samples of
different results for B. melitensis isolation.

No. of milk Scrological reaction of 21-B. melitensis-
samples positive milk-samplcs
Ncgative samples 456 8
*Rcsults of 1710 11 4
WAT 1720 8 3
Positive samplcs 1/40 7 2
(dilution)
1/80 6 2
1/160 2 1
17320 1 1
Negative samples 631 4
1710 16 3
1/20 18 2
#* Results of 1/40 14 5
WGT I—
Posilive samples
(Htutlon) 1/80 5 3
17160 3 2
1/320 1 |
1/640 1 1

* WAT mcans whey agglutination test.
o+ WGT means whey antiblobulin test.
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that ABRT might be considered as the most relia-  the importance of at least two positive scrological
ble test for diagnosis of ovine brucellosis. This re-  tests to indicate incidence of bruccllosis in sheep
Jiability can be mostly referred to the fact that the  (11,13,15,16).

ABRT is easier 10 perform and less time consum-

ing than the other tests (1,9). Additionally, ABRT REFERENCES
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