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Abstract

history of abortion.

cattle.

Background: More information on brucellosis epidemiology in Bactrian camels is needed due to their growing
economic and livelihood importance for herders and renewed efforts in Mongolia to eliminate brucellosis through
mass vaccination of ruminants excluding camels. Brucellosis prevalence in camels increased over the past two
decades. Random multi-stage cluster surveys were done in the Eastern provinces of Dornod and Sukhbaatar in
2013 and 2014 and in the Southern & Western provinces of Dornogobi, Umnogobi and Khovd in 2014 and 2015.
A total of 1822 camels, 1155 cattle, and 3023 small ruminant sera were collected and tested with the Rose Bengal
Test. In addition, 195 vaginal swabs and 250 milk samples for bacteriological culture were taken from livestock with

Results: The overall apparent seroprevalence in camels was 2.3% (95% confidence interval 1.6-3.3). The main risk
factor for camel seropositivity was being in an Eastern province when compared to Southern & Western provinces
(odds ratio 13.2, 95% Cl 5.3-32.4). Camel seroprevalences were stable over the two consecutive survey years,
despite introduction of ruminant vaccination: 5.7% (95% Cl 3.1-10.2%) and 5.8% (3.3-10.1%) in Eastern provinces
and 0.4% (0.2-1.2%) and 0.5% (0.1-2.0%) in Southern & Western provinces. We isolated Brucella abortus from camels
and cattle. Camel seropositivity was associated to keeping cattle together with camels. Monitoring of vaccination
campaigns showed that coverage in cattle was insufficient because animals could not be adequately restrained.

Conclusions: The present study reveals that brucellosis is present with important seroprevalence in Mongolian
camels and was endemic in Eastern provinces. Camel herd seropositivity was most closely associated to infection in

Longer term monitoring is needed to assess whether camel seroprevalance decreases with ongoing vaccination in
Mongolia. This should be coupled with further confirmation on Brucella spp. isolates. To date, only Brucella abortus was
isolated, but camels are also susceptible to Brucella melitensis. Clear verbal and written information on disease
prevention in livestock and household members is important, particularly for remote camel herders who had
only moderate knowledge on brucellosis epidemiology and preventive measures.
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Background

The Bactrian camel (two humped) and the dromedary
(one humped Arabian camel) represent the old-world
domesticated camel species and are closely related [1,
2]. The Bactrian camel inhabits cold deserts in the
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southern areas of Russia, Mongolia, East-Central Asia
and China [3].

Camel husbandry in Mongolia is practiced primarily
by pastoralists in the Gobi Desert. Camels produce milk,
wool and meat and are also used for racing and, less
commonly now, for transportation of people and goods.
In 2014, it was estimated that there were 367,900 camels
in Mongolia [4]. The camel population resides in close
contact with cattle, sheep, goats and occasionally horses,
particularly at watering places (wells, branch-water,
ditch-water, rivers, and lakes) and during calving and
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wool shearing periods. Camels, unlike other domestic
large animals, often travel up to 16 km daily in search
of food [5]. They are less susceptible to some highly
contagious livestock diseases, such as foot-and-mouth
disease [6].

Brucellosis is a zoonosis caused by the intracellular,
Gram negative bacteria of the genus Brucella. Sheep and
goats are the main hosts for Brucella melitensis, while
cattle are the main host for Brucella abortus and pigs
are the main host for Brucella suis. These three species
cause the majority of the disease burden in animals and
are also the most important Brucella pathogens in
people. However, other species (e.g. Brucella canis) are
also potentially infectious to humans [7, 8].

Brucellosis is thought to be the most economically im-
portant zoonosis worldwide because it is endemic in
many countries and impacts both human and livestock
health [9-11]. Brucellosis is transmitted from animals to
people often through consumption of unpasteurized
milk and dairy products [12-15], but direct contact, par-
ticularly with livestock abortion material, is more im-
portant among livestock-keeping communities. The
disease is rarely fatal in people but causes high morbidity
in both animals and humans [16, 17].

Camels are susceptible to both B. abortus and B. meli-
tensis [18—20]; however, camels are considered to be sec-
ondary hosts of Brucella spp. [3, 14]. Brucellosis was
reported in camels as early as in 1931 by Solonitsiun in
Russia [18, 21]. Since then, serological evidence of bru-
cellosis has been reported from the most important
camel-keeping countries [3, 18, 21-23]. Camels infected
with brucellosis show fewer clinical signs than other live-
stock species, in particular less than domesticated cattle,
sheep and goats [24]. This may be a reason why little in-
formation is available on epidemiology of brucellosis in
camels and its impact on human health, notably in
Mongolia [3, 25].

Brucellosis serological tests have rarely been validated
for camels. Empirically, the Rose Bengal test is com-
monly used for diagnosis in camels and seems to give
accurate results [24, 26].

Camels were included in mass screening surveys in
Mongolia, but risk factors for exposure were not further
evaluated. A screening survey in 2011 [27], which sampled
between 6 and 3590 camel sera from each of the 22 Mon-
golian provinces, found a moderate correlation (Spearman’s
rho = 0.26) between camel and cattle brucellosis seroposi-
tivity at district level; however, sheep were very weakly cor-
related while goats were not at all correlated (unpublished
data). There is almost no information on which Brucella
spp. cause seropositivity in Mongolian camels due to a lack
of strain isolation and characterization. Past and current
mass livestock vaccination campaigns in Mongolia did not
include camels or horses. Older reports from veterinary
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laboratories indicated that the serological prevalence
of brucellosis in camels in different Mongolian local-
ities was increasing [28]. Notably, in 2010 a 3% sero-
prevalence in camels was found in a population-based
survey in Sukhbaatar province [29].

Camels may be a reservoir for Brucella spp., and other
livestock are at risk for reinfection when vaccination
campaigns are discontinued because they are kept to-
gether. However, effective control of brucellosis could be
achieved by establishing diagnostic and surveillance sys-
tems, by estimating the cost-benefits of control measures
to guide policy makers, by rigorously implementing con-
trol programs, and by policies to connect human health
and veterinary services at demographic, socioeconomic
and political levels. Ruminant (Bovidae) mass vaccin-
ation was estimated to be highly cost effective for
Mongolia [30]. In a mobile context, test and slaughter is
hardly feasible. Instead, vaccination of cattle and small
ruminants over several years is the viable control meas-
ure for mobile livestock husbandry systems, where there
is also no feasible individual animal tracking system. The
required vaccination coverage to interrupt transmission,
in cattle (minimum 60% truly immunized animals) and
in small ruminants (minimum 40%), must be monitored
[31]. Post-vaccination campaign monitoring in cattle and
small ruminants is now undertaken. However, the role
of Bactrian camels in brucellosis epidemiology must be
more clearly understood for successful elimination ef-
forts in Mongolia, in particular, the ability of camels to
maintain an own infection cycle and reintroduce brucel-
losis to domesticated Bovidae.

The objectives of this study were to contribute to un-
derstanding the epidemiology of camel brucellosis in
Mongolia and to identify the Brucella species involved
before and after implementation of vaccination cam-
paigns in cattle and small ruminants. We tested the hy-
potheses that the seroprevalence of camel brucellosis is
below 5% in Mongolia and the most important risk fac-
tor of camel seropositivity was herding together with
cattle.

Results
A total of 6000 serum samples (1822 camels, 1155 cattle,
1531 sheep, 1492 goats) were collected from 365 herds
in five provinces over 3 years. In addition, 195 vaginal
swabs (72 from camels, 51 from cattle, 29 from sheep,
43 from goats) and 250 milk samples (104 from camels,
68 from cattle, 46 from sheep, 32 from goats) were col-
lected for bacteriological culture. In total, 310 out of the
365 herds sampled completed a questionnaire during the
study, with 240 being completed at the first visit of a
herd.

No camels were sampled in 9 herds, so the total camel
herds was 356 (Table 1). The selected districts within
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Table 1 Distribution of the 356 camel herds sampled in 5
provinces over 3 years of sampling. In a second year the
number of re-sampled herds and (+) the number of newly
sampled herds is shown

Year 1 (2013) Year 2 (2014) Year 3 (2015)
Dornod 32 24+38
Sukhbaatar 37 34+4
Dornogobi 36 22414
Umnogobi 37 24412
Khovd 36 19417

the 5 provinces and the sites of sampling for the first
and second years are depicted in Figs. 1 and 2.

A total of 1822 camel sera were tested, of which 17, 10
and 10 sera showed +, ++ and +++ postive agglutination,
respectively. The 37 seropositive camels were in 29 of
the 356 camel herds, and in herds with more than one
positive camel different strengths of agglutination were
seen. The overall apparent brucellosis seroprevalence in
camels was 2.3% (95% CI 1.6-3.3). The estimated true
seroprevalence was 1.8%. About one fifth of the camel
sera collected originated from male animals. The major-
ity of camels sampled were adults (13.9% young vs.
86.1% of adult camels), and seroprevalences were com-
parable across age groups (Table 2).

Camel brucellosis seropositivity was highest in
Sukhbaatar (6.1%, 95% CI 3.5-10.1%) followed by
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Dornod (5.3%, 2.9.-9.6%), Dornogobi (0.8%, 0.3—2.3%),
Umnogobi (0.4%, 0.1-1.4%), and Khovd (0.3%, 0.04—
1.9%). The camel seroprevalences remained steady be-
tween the first and second years of sampling with 5.7%
(95% CI 3.1-10.2%), and 5.8% (95% CI 3.3-10.1%) in
Eastern provinces, and, at much lower levels, in the
Southern & Western provinces with 0.4% (0.2-1.2%) in
2014 and 0.5% (0.1-2.0%) in 2015 (Table 2).

Regarding risk factors, camel age and sex were not
significantly associated with seropositivity. The East-
ern provinces had significantly higher seropositive
proportions than the Southern & Western provinces
(Table 3). Keeping camels together with cattle was
significantly associated to brucellosis seropositivity in
camels, whereas the presence of small ruminants was
not. Out of all camels sampled, 86.9%, 93.1%, and
94.4% were kept together with cattle, sheep and goats,
respectively (Table 3).

We found no association between camel seropositivity
and history of abortion or preventive biosafety measures
such as destroying abortion material (Table 3). None of
the biosafety measure (e.g., buying of live animals, safely
disposing of abortion material) question outcomes were
associated with seropositivity in camels, nor was the
variable with distances of camel herds to the closest dis-
trict centre (mean distance was 55 km).

Owners of seropositive camels had significantly more
sources of information on brucellosis, indicating that

Fig. 1 Map of Eastern provinces Dornod and Sukhbaatar (shaded in grey) and showing the selected districts (in black). The location of camel
herds at time of sampling in 2013 (white dots) and 2014 (grey dots) are shown
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were subsequently found in the district where they were first registered

Fig. 2 Map of Southern & Western provinces Dornogobi, Umnogobi and Khovd (shaded in grey) and showing the selected districts (in black).
The location of camel herds at time of sampling in 2014 (white dots) and 2015 (grey dots) are shown. Due to movement of hot ails not all herds

they were informed about brucellosis in their herd.
However, knowledge of herders on brucellosis can only
be judged as moderate. From a total of 38 possible
scores of the three knowledge themes with 19 questions,
the median score achieved by participants was 23.

At the herd level, no significant correlations were
found between camel and ruminant seroprevalences
with the regression model using bootstrapping, regard-
less of considering all herds or considering only herds in
provinces with no ruminant vaccination to ensure that
seropositivity in ruminants was not a result of vaccin-
ation (even though there is little possibility of seroposi-
tivity persisting from previous vaccination) (Table 4).
Goats in provinces and years with on vaccination were
negatively correlated.

Variances of camel serpositivity were higher at herd
level than province and district levels (Table 5). The
ICC was estimated at herd level. For the cluster sam-
ple size calculation we assumed an ICC of 0.1 at herd
level. In the Eastern provinces, this was nearly the
case; however, the ICC was much lower in the South-
ern & Western provinces, where there were rarely
seropositive camels. Clustering in herds is higher than
in provinces or districts, therefore, correlation within
herds (as the ecological unit) was accounted for in
the statistical analysis.

Brucella spp. were isolated from the milk of one
camel and from three vaginal swabs of cattle. The
four isolated Brucella strains were identified as B.
abortus (Fig. 3).

Table 2 Results of camel seroprevalences by the Rose Bengal Test (RBT) stratified by sex, age class, province and sampling year

Variable Category n n pos S(:;roprevalenceb 95% CI°
Province Dornod 241 13 53 2.9-96
Sukhbaatar 298 18 6.1 35-106
Dornogobi 388 3 0.8 03-23
Umnogobi 526 2 04 0.1-14
Khovd 369 1 03 0.04-1.9
Sex Female 1429 26 22 14-34
Males 332 10 30 1.6-5.5
Age class < 4 years 253 5 20 08-4.7
> 4 years 1569 32 23 16-34
Year Eastern provinces 2013 237 13 5.7 3.1-10.2
Eastern provinces 2014 302 18 58 3.3-10.1
Southern & Western provinces 2014 897 4 04 02-12
Southern & Western provinces 2015 386 2 0.5 0.1-2.0

2positive with RBT, 95% confidence interval (Cl) calculated with the panel variable on the level of herd to consider potential clustering within herds; Eastern
provinces: Sukhbaatar and Dornod Southern & Western provinces: Dornogobi, Umnogobi and Khovd
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Table 3 Analysis of risk factors for camel seropositivity, multivariable analysis showing odds ratios using a generalized estimating

equation (GEE) model considering the panel variable at herd level

n neg % neg n pos % pos OR 95% Cl p-value

Province Dornogobi 385 99.2 3 0.8 ref

Dornod 228 94.6 13 54 79 2.1-30.1 0.003

Khovd 368 99.7 1 03 04 0.05-32 04

Sukhbaatar 280 94.0 18 6.0 10.2 2.7-386 0.001

Umnogobi 524 99.6 2 04 0.5 0.1-24 04
Age class < 4 years 248 98.2 5 1.8 ref

> 4 years 1537 98.0 32 20 1.2 04-32 0.7
Sex Female 1403 99.2 26 1.8 ref

Male 322 97.0 10 30 038 03-18 05
Year 2013 224 94.5 13 55 ref

2014 177 982 22 18 1.0 04-24 1.0

2015 384 99.5 2 05 10 02-56 1.0
Cattle present no 238 100 0 0.0 ref

yes 1547 97.7 37 23 8.1 1.5-inf 001"
Sheep present no 126 100 0 00 ref

yes 1659 9738 37 22 40 0.7- inf o1t
Goats present no 102 100 0 0.0 ref

yes 1683 97.8 37 22 32 0.6- inf 02"

t _exact logistic regression, * p <0.05

Discussion

A mass screening survey in all 22 provinces of Mongolia in
2011 reported seroprevalences of brucellosis in camels be-
tween 0.2 and 5.9% [28]. A previous (2010) population-
based randomized survey in Sukhbaatar of Eastern
Mongolia found a seroprevalence of 3% in camels [29]. In
this study, we assessed seroprevalence and risk factors of
camel seropositivity, in consideration of previous exposure
to Brucella spp. There are shortcomings of using a sero-
logical test to define an outcome, as there will be false sero-
negative and false seropositive results, particularly when
specificity of the test is low. Results subsequently need to
be interpreted cautiously. In consideration of false positives,

many authors set the cut-off for a seropositive herd as hav-
ing at least two positive animals. In a complementary study
on serological test characteristics comparing five different
tests for use in camels, we concluded that the RBT is valid
to assess brucellosis exposure status of Mongolian camels
given its high specificity. However, due to lower sensitivity
in camels when compared to other livestock species, we do
not recommend it as a screening test for brucellosis moni-
toring in camels [26].

Between 2013 and 2015, seroprevalences in provinces
showed high variation ranging from 0.3 to 6.1%, but the
prevalences in regions were stable between the two sam-
pling years. The ICC depends on the degree of clustering

Table 4 Regression coefficients using bootstrap re-sampling technique for camel herd seropositivity and within herd seropositivity

of cattle, sheep and goats (all herds) and only for herds in a province without vaccination (no vaccination), ®

significant negative

correlation
N herds Intercept (95% confidence interval [Cl]) Slope (95% Cl)

Ruminants All herds 348 0.02 (-0.01-0.03) 0.06 (-0.07-0.21)

No vaccination 137 0.03 (0.01-0.05) 0.08 (-0.14-0.5)
Cattle All herds 292 0.03 (0.01-0.04) 0.06 (-0.02-0.2)

No vaccination 103 0.04 (0.01-0.06) 0.06 (—=0.06-0.3)
Sheep All herds 333 0.03 (0.02-0.04) 0.03 (- 0.04-0.1)

No vaccination 127 0.03 (0.01-0.05) 0.1 (=0.2-0.7)
Goats All herds 341 0.03 (0.02-0.04) —0.003 (- 0.07-0.1)

No vaccination 133 0.03 (0.01-0.05) —-0.1 (-027 - -0.04)°
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Table 5 The variances and intraclass correlation coefficients
(ICC) of camel seropositivity at different levels. The greater the
variances between herds compared to the overall total variance,
the higher the ICC

Eastern provinces 2013 2014 Both years
Variance at herd level 2.1 20 1.2
Variance at district level 0.16 048 04
Variance at province level <001 <001 <001
Calculated ICC for camel herds 0.2 0.12 0.06
Southern & Western provinces 2014 2015 Both years
Variance at herd level 56 285 22
Variance at district level 20 13 1.1
Variance at province level <001 <001 <001
Calculated ICC for camel herds <0.001 0.04 <0.001

and also on the prevalence. The ICC used for the sample
size calculation (0.1) was appropriate for the Eastern
provinces; however, since a much lower ICC at herd
level was calculated for the Southern & Western prov-
inces, we may have slightly oversampled there [32, 33].
Brucellosis seroprevalences above 5% in livestock
species are important, indicating endemic status [34].
Eastern provinces had significantly higher seropreva-
lences than Southern & Western provinces. Being in an
Eastern province was the most important risk factor of
camel brucellosis seropositivity, with an OR of 13.2
when compared to the Southern & Western provinces.
The same result was seen when the cut-off value of
camel seropositivity was set at higher agglutination (++
positivity). The majority of serological studies on brucel-
losis report higher seroprevalences in older animals [20,
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35], which we did not see among camels. Nonetheless,
another study reported that brucellosis infection began
early in life, probably through suckling, and persisted
into adulthood [14].

Public health education campaigns should continue
among herders to inform them about brucellosis preven-
tion practices and herd and human health management.
Past surveys in the framework of monitoring vaccination
outcomes coupled with human brucellosis prevalence
found that all information sources (veterinarians, radio/
TV, newsletters to herders, information brochures and
newspapers) significantly improved herder knowledge on
brucellosis epidemiology, prevention and clinical signs in
both people and livestock. Since Mongolian herders are
literate, both oral and written information material is
appropriate.

Musa et al. [36] reported that cattle were a possible
source of infection for camels because all small rumi-
nants tested in their study were negative. Hadush et al.
[20] reported that camel herds with close contact in pas-
tures with cattle and small ruminants were 3.6 and 2.3
times, respectively, more at risk to be brucellosis sero-
positive than those with no contact. We found an associ-
ation between camel seropositivity and cattle, but not
small ruminants, keeping. The fact that our camel isolate
was B. abortus further supports a linkage of brucellosis
in cattle and in camels. This finding is consistent with
the screening in all Mongolian provinces with a correl-
ation of camel and cattle seropositivity at district level,
as well as previous reports of identification on Brucella
spp. from camels in Asia, where another isolate from a
Mongolian camel also was B. abortus [37]. Monitoring
surveys of achieved vaccination coverage from 2012 to
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Fig. 3 Agarose gel electrophoresis PCR products. Lane 1: DNA ladder; Lane 2: positive control Brucella suis; Lane 3: positive control Brucella abortus
(vaccine strain RB51) with two bands at 2524 and 587 bp; Lane 4: positive control Brucella melitensis (vaccine strain Rev1); Lane 5: the isolate from a
camel; Lanes 6-8: isolates from cattle; Lane 9: negative control
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2015 indicate that sufficient coverage was achieved in
small ruminants, but coverage was critically low in cat-
tle. Veterinarians reported that cattle were difficult to re-
strain adequately to administer conjunctival vaccination.
Achieving insufficient vaccination coverage in cattle in
the first year of newly introduced ruminant vaccination
campaigns could explain why camel seropositivity
remained stable between the years, both without and
with cattle vaccination.

Conclusions

The results of this survey confirm the presence of Bru-
cella spp. in camel herds in Mongolia. Camel seroposi-
tivity was significantly higher in Eastern than in
Southern & Western provinces and was associated with
keeping cattle together with camels. Decrease of camel
brucellosis seropositivity was not observed despite on-
going ruminant vaccination. Repeated studies are needed
to see if seroprevalences in camels drop over time with
ongoing vaccination in other livestock species. Close at-
tention should be given to achieve and monitor suffi-
cient vaccination coverage in cattle in Mongolia. More
isolates are needed to confirm that seropositivity in
camels is limited to infection with B. abortus.

Materials and methods

Study design and selection of herds

We purposely selected the two Eastern provinces Sukh-
baatar and Dornod for the first year of the study in
2013. The seroprevalence of brucellosis was high (> 3%)
in camels in the multi-disease screening survey in Dor-
nod in 2011 [27] and in Sukhbaatar during an epidemio-
logical survey in 2010 [29]. Both provinces had a
substantial number of camels and had not yet been in-
cluded in the livestock (cattle, sheep and goats) brucel-
losis vaccination campaigns initiated in September 2013.
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Therefore, it was possible to sample before and after
introduction of vaccination in 2014 in both Eastern
provinces. The selection of three additional provinces in
2014 (second year of the study) was proportional to the
size of their respective camel population as available
from the annual livestock census [38]. Selection of prov-
inces and districts proportional to size better ensured
equal probability of camels to be enrolled in the study.
The selected provinces had on average 32,500 camels
per province. The Southern and Eastern provinces
(Umnogobi, Dornogobi and Khovd) were surveyed in
year 2 (2014) and year 3 (2015) (Fig. 4 and Table 1).
During the study period, Umnogobi was the only prov-
ince (out of 22) with no livestock brucellosis vaccination
due to the large proportion of camels and vast size of
the province. In areas using conjunctival vaccination of
cattle and small ruminants, sampling was more than
5 months after vaccination campaigns, so the animals
would no longer be seropositive due to vaccination [39,
40]. In each province, six districts were selected propor-
tional to size of the camel population.

Repeated surveys using multi-stage cluster sampling
were done in all provinces. Households with camels
were randomly selected from lists of families registered
with the district governor’s office. The epidemiological
sampling unit in rural zones was the /ot ail, typically 2—
3 families which pasture their livestock together and
share watering places during certain times of the year.
The entire Kot ail herd of a selected family was included.
District veterinarians indicated the zone where a selected
hot ail was at the time of sampling, then the study team
would travel to the zone and ask encountered herders
about precise locations for the selected Kot ail. Six and
30 % of initially selected /ot ails could not be sampled
in Eastern and Southern & Western provinces, respect-
ively. Reasons for non-participation were family moved
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Fig. 4 Map of Mongolia showing the surveyed provinces. The light grey provinces of Dornod and Sukhbaatar (Eastern provinces) were sampled
in 2013, and a second survey was done in 2014. Surveys in the darker grey provinces of Khovd, Umnogobi and Dornogobi (Southern & Western
provinces) started in 2014 and were repeated in 2015
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too far away, family was preparing to move and did not
have time or family’s camel herd was located too far
from the /4ot ail. In such cases of non-participation, a re-
placement kot ail was enrolled which was either add-
itionally selected from the district family list (the initial
selection assumed that not all families would be found
in a district) or from the nearest kot ail located in a
northern direction from where the team determined that
a selected hot ail could not be enrolled. For second year
sampling in the same province, herders selected the pre-
vious year were contacted by mobile phone to establish
their location and schedule the sampling. Reasons for
non-participation were the same as for the first enroll-
ment, and revisits were not possible in 10% and 40% in
Eastern and Southern & Western provinces, respectively,
so replacements were enrolled (Table 1).

Sample size

The sample size calculation assumed an intraclass cor-
relation coefficient (ICC) of 0.1 for all livestock species.
The ICC is the ratio of the variance between clusters
over the total variance [41]. An ICC of 0.1 was reported
for a range of endemic zoonoses [42] and was assumed,
based on previous livestock brucellosis serological sur-
veys in Mongolia [43]. This led to a design effect D of
1.2 and 1.4, when 3 and 5 animals, respectively, were
sampled per cluster (herd).

The sample size calculation aimed to estimate the
prevalence in each province with a precision, defined as
one half-length of the 95% confidence interval, of
5%-points. We assumed seroprevalences of the different
livestock species as were reported by Sukhbaatar in 2010
(3% for camels, 5% for goats, 7% for sheep, 8% for cat-
tle). The calculated sample size for a province was to
sample 30 herds each with at least 3 camels, 3 cattle, 5
sheep and 5 goats.

Selection of animals and sampling

In a selected herd, sheep and goats were selected when
exiting an enclosure using the sampling interval i: total
number of animals divided by 5. The first animal was se-
lected with a random number and then every i™ sheep
and goat was sampled. Camels and cattle were selected
in the direction of the bottle head after the bottle was
spun and a random number to tell which animals were
to be included in that direction. Species, sex, age, breed,
and main use for each animal were recorded on a data
sheet, where any noted clinical symptoms (e.g. abor-
tions) in the herd within the past months were also
registered.

Blood samples were collected from the jugular vein
using a Vacutainer® tube with disposable needle. Tubes
were centrifuged for 5-10 min at 1000—-1500 rpm, then
serum was aliquoted into two 2 mL Eppendorf tubes®,
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which were stored on ice in a cool box and transported
regularly to the Veterinary Laboratory at the Province
Center, where they were kept at —20 °C until trans-
ported to the School of Veterinary Medicine (SVM),
Ulaanbaatar, and again stored at —20 °C until further
processing.

Vaginal swabs and/or milk samples for bacteriology
were collected from individual animals with history of
abortion. Swabs were placed in transport medium tube
(BD BBL™Culture swab plus, Amies without Characoal,
Becton Dickinson, France) and transported to the State
Central Veterinary Laboratory (SCVL) in cool boxes.
Milk samples consisted of 10-20 mL of milk taken from
each teat. The first streams were discarded and then the
milk sample was collected into a sterile vessel [44].

Serological testing

All serum samples were tested by the Rose Bengal Test
(RBT) using RBT antigen (Biocombinate, Mongolia).
Camel and cattle sera were tested with a serum:RBT re-
active ratio of 1:1 (25 pL 25 pL) and small ruminant sera
were tested with a serum:RBT reactive ratio of 3:1
(75 pL, 25 pL), all for 4 min, as recommended by the
World Organization for Animal Health [45] and accord-
ing to Mongolian national standards [46]. Results were
recorded as agglutination negative (), doubtful (+/-), or
positive (+, ++ or +++) according to the strength and
time to reaction. All tests and readings were performed
by the same person. The serological test results were
transformed to a binary outcome with the cut-off of
seropositivity set at positive + agglutination. The RBT
test with camel sera performed with 99% specificity,
which is comparable to other livestock, however, with a
rather low sensitivity of 75% [47].

Bacteriological examination

Milk samples were centrifuged to concentrate bacteria,
at 6000-7000 g for 15 min in sealed tubes to avoid po-
tential for aerosolization [7, 44]. A mixture of cream and
deposit was streaked both on petri dishes with Farrell’s
medium (Brucella medium base, CM0169; antibiotic
supplement, SR0083, Oxoid™) and with CITA medium
(blood agar base number 2, CM0271, Oxoid™; and anti-
biotic supplements vancomycin, colistin, nystatin, nitro-
furantoin, amphotericin B, Sigma™, as well as containing
5-10%, inactivated horse serum, SR0035, Oxoid™). The
inoculated plates were incubated at 37 °C in absence and
presence of 10% CO, for up to 2 weeks [44, 48]. A bac-
teriologist selected colonies based on Brucella colony
morphology. These were stained by Gram stain (K001,
Himedia) and modified Ziehl-Neelsen stain (21,820
Sigma™). In addition, reactivity to oxidase strips
(MB0266A, Oxoid) was tested and both urea agar and
urea broth were used for urease tests (urea agar 211,795,
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BD BBL™; Bacto agar 214,010 BD and Urease Test Broth
221,719, BBL™). Colonies positive for these tests were
passaged to obtain pure cultures, from which DNA was
extracted using G-Dex"llc Genomic DNA Extraction kit
(iNtRON Biotechnology, Inc).

To identify Brucella species, the Bruce-Ladder multi-
plex PCR, using INgene Bruce-ladder (V R.10.BRU.k5)
kits, was used. The PCR products were analyzed by 1.5%
agarose gel electrophoresis (GelRed reagent used in
place of Etidiumbromid, GelRed™ Nucleic Acid Gel Stain
Biotium), and fragment sizes were estimated using the
1 kb plus DNA ladder as molecular size marker (Invitro-
gen). Gel images were captured with G-Box (G:Box F3
Syngene, USA).

Questionnaires

The questionnaires were written in English and trans-
lated to Mongolian before pre-testing with 3 herder fam-
ilies in the vicinity of Ulaan Bator. The member of each
selected camel-keeping family with the best knowledge
on management of the camel herd was interviewed to
obtain information about the herd, household and indi-
vidual risk factors for brucellosis (Additional file 1). The
interview included questions on i) knowledge of epi-
demiology of brucellosis ii) history of brucellosis in the
household, iii) herd risk factors (including buying/selling
of animals, sharing of pasture and watering places), iv)
herd and human health management (including disposal
of aborted fetuses/placentas), v) vaccination of cattle and
small ruminants (Additional file 2). Questionnaires were
not filled in on second visits to the same household. The
coordinates of the household (hot ail) at time of the visit
was recorded with a GPS. The mobile phone number of
each participant was recorded for dissemination of re-
sults and to establish contact for second visits.

Data management and analysis

Questionnaire and sample data were double entered in
Microsoft Access® and compared and corrected using
Epi-Info 3.5.3 (Centers for Disease Control and Preven-
tion, USA). An identification system was used to
uniquely identify all samples and individuals and facili-
tated merging data sets at province, district, household/
herd and individual levels. Data analyses were done
using Stata 14 (StataCorp IC, USA).

We calculated seroprevalences for brucellosis in
camels using generalized estimating equations (GEE,
Stata command xtgee) to account for clustering at herd
level, which expands the confidence interval compared
to simple binary confidence intervals (CI). The apparent
seroprevelance was converted to an estimated true sero-
prevalence using the formula developed by Rogan and
Gladen [49] to account for the fact that the apparent
seroprevalence might be over- or underestimated. A
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multivariable GEE model accounting for clustering was
used to assess the association of biologically plausible
risk factors to the serological outcome. Since vaccination
of other livestock was highly linked to province and year
it was not included in the multivariable analysis. Exact
logistic regression was used for explanatory variables,
with zero cell counts in two-by-two tables. Other vari-
ables, such as knowledge of herders or preventive mea-
sures, were not tested as risk factors in the multivariable
model in order to keep the model simple. Other vari-
ables were tested with univariable GEE models. Age
categorization of camels was based on breeding matur-
ity: young camels were < 4 years and adult camels were >

4 years. The variance components at different sampling
levels were determined with the generalised linear latent
and mixed models (gllamm) command in Stata for hier-
archical models. The ICC at the hot ail level was esti-
mated with ANOVA. The ICC was estimated at the herd
level because the variance components indicated that
correlation within clusters was highest at this level, so it
was used for the sample size calculation. Correlations
between camel and other livestock herd seropositivity
was done with linear regression models in R version
3.3.2. The 95% confidence intervals of the intercepts and
slopes of the regressions were constructed using boot-
strap re-sampling technique and the information on
total number of livestock per herd and species.

We assigned scores to the questions on knowledge
within three themes: transmission of brucellosis between
herds, transmission from livestock to people, and clinical
signs of livestock brucellosis. Correct answers were
scored as 2, ‘Do not know’ as 0, and wrong answers as —
1. All scores within a knowledge theme were summed
and the median taken to classify those with lower and
higher scores.

Additional files

Additional file 1: Hot ail questionnaire. The interview included Hot ail
questions on herd risk factors (including buying/selling of animals, sharing
of pastures and watering places), herd and human health management
(including disposal of aborted fetuses/placentas), vaccination of cattle and
small ruminants. (DOCX 29 kb)

Additional file 2: Herder questionnaire. The interview included questions

on knowledge on epidemiology of brucellosis and history of brucellosis in
the household. (DOCX 28 kb)

Abbreviations

Cl: Confidence Interval; GEE: Generalized estimating equation; ICC: Intraclass
correlation coefficient; OR: Odds ratio; RBT: Rose Bengal Test; SCVL: State
Central Veterinary Laboratory; SYM: School of Veterinary Medicine

Acknowledgements

The authors would like to thank provincial and private veterinarians, staff at
local governor's offices, and colleagues at the laboratory facilities for their
field and technical support. Many thanks also to all herders who have
participated in this research by allowing interviews and strongly assisting
in the sampling of their livestock.


https://doi.org/10.1186/s12917-018-1664-0
https://doi.org/10.1186/s12917-018-1664-0

Bayasgalan et al. BMC Veterinary Research (2018) 14:342

Funding

This research was funded by the Animal Health Project Mongolia, the Swiss
Agency for Development and Cooperation, the stipend commission of the
City of Basel-Stadt and funding from the Swiss TPH.

Availability of data and materials

The data set(s) supporting the results of this article are included in the
manuscript. The datasets used and/or analyzed during the current study are
available from the corresponding author on substantiated request.

Authors’ contributions

CB performed most of the research work. BB and BA assisted in serological
and bacteriological analysis and data management. CB, ES and TC drafted
the manuscript. FR, JZ, JH, ES and TC contributed to study conception and
design, data analysis and interpretation of data. ES contributed to manuscript
editing. All authors read and approved the final version of the manuscript.

Ethics approval and consent to participate

The study continued the framework of previous studies, including both
people and livestock, which obtained formal ethical clearance from the
ethical committee of the Mongolian Ministry of Health in 2012. In this study,
confidentiality was guaranteed. All information was analyzed using
anonymous data sets. All questionnaires and data were stored confidentially.
Samples and data were only used for the purpose stated in the information
for participants and the project information, where livestock owners also
gave written consent to participate. Further ethical considerations were i)
Safety was very important and all potential risks were minimized with
application of best practices and professional handling; ii) Best practices
were applied to assess livestock brucellosis in a herd; iii) Interviews were
conducted in a private environment; iv) The sample size was well justified
and v) Animal owners with positive serological results in their livestock were
contacted on their mobile phone by the study team to report the finding.
They were informed that they should protect themselves during obstetric
work/slaughtering, boil the milk before consumption and not consume fresh
blood or raw livestock products. Also they were advised that all ruminants
should be vaccinated and all camels re-tested. They were also advised on
how to best prevent potentially infected animals from entering their herds.

Consent for publication
Not applicable.

Competing interests
The authors declare that they have no competing interests.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in published
maps and institutional affiliations.

Author details

'School of Veterinary Medicine, Mongolian University of Life Sciences, PO
Box 17024, Zaisan, Ulaanbaatar, Mongolia. “Basel, Switzerland. *Swiss Tropical
and Public Health Institute, PO Box, CH-4002 Basel, Switzerland. 4University of
Basel, Basel, Switzerland.

Received: 16 January 2018 Accepted: 23 October 2018
Published online: 13 November 2018

References

1. Santis Rd, Ciammaruconi A, Pomponi A, Fillo S, Lista F. Brucella: molecular
diagnostic techniques in response to bioterrorism threat. J Bioterrorism and
Biodefense. 2011;5(Special Issue), S2:004. https.//doi.org/10.4172/2157-2526.

2. Buyankhishig D. Mongolian nomadic livestock husbandry, vol. VI.
Ulaanbaatar: Sodpress; 2011.

3. Gwida M, El-Gohary A, Melzer F, Khan I, Rosler U, Neubauer H. Brucellosis in
camels. Res Vet Sci. 2012;92(3):351-5.

4. NSO: Annual official data of National Statistical Office of Mongolia. 2015.

5. Chuluunbat B, Charruau P, Silbermayr K, Khorloojav T, Burger PA. Genetic
diversity and population structure of Mongolian domestic Bactrian camels
(Camelus bactrianus). Anim Genet. 2014;45(4):550-8.

6. Wernery U, Kinne J. Foot and mouth disease and similar virus infections in
camelids: a review. Rev Sci Tech. 2012;31(3):907-18.

20.

21.

22.

23.

24,

25.

26.

27.

28.

29.

30.

31

32.

Page 10 of 11

Poester FP, Nielsen K, Samartino LE, Yu WL. Diagnosis of brucellosis. Open
Vet Sci J. 2010;4:46-60.

de Oliveira MZ, Vale V, Keid L, Freire SM, Meyer R, Portela RW, Barrouin-Melo
SM. Validation of an ELISA method for the serological diagnosis of canine
brucellosis due to Brucella canis. Res Vet Sci. 2011;,90(3):425-31.

McDermott J, Grace D, Zinsstag J. Economics of brucellosis impact and control
in low-income countries. Rev Sci Tech Off Int Epiz. 2013;32(1):249-61.

Gul ST, Khan A. Epidemiology and epizootology of brucellosis: a review. Pak
Vet J. 2007;,27(3):145-51.

Schelling E, Diguimbaye C, Daoud S, Nicolet J, Boerlin P, Tanner M, Zinsstag
J. Brucellosis and Q-fever seroprevalences of nomadic pastoralists and their
livestock in Chad. Prev Vet Med. 2003;61(4):279-93.

Cooper CW. Risk factors in transmission of brucellosis from animals to
humans in Saudi Arabia. Trans R Soc Trop Med Hyg. 1992;86(2):206-9.
Wanjohi M, Gitao CG, Bebora L. The prevalence of Brucella spp. in camel
milk marketed from north Eastern Province, Kenya. Res Opin Animal & Vet
Sci. 2012,2(7):425-34.

Dawood HA. Brucellosis in camels (Camelus dromedorius) in the south
province of Jordan. Am J Agri Biol Sci. 2008,3(3):623-6.

Shimol SB, Dukhan L, Belmaker I, Bardenstein S, Sibirsky D, Barrett C,
Greenberg D. Human brucellosis outbreak acquired through camel milk
ingestion in southern Israel. Israel Med Assoc J : IMAJ. 2012;14(8):475-8.
Pappas G, Papadimitriou P, Akritidis N, Christou L, Tsianos EV. The new
global map of human brucellosis. Lancet Infect Dis. 2006;6(2):91-9.
Schelling E, Grace D, Willingham AL, Randolph T. Research approaches for
improved pro-poor control of zoonoses. Food Nutr Bull. 2007;28(2):5345-56.
Abbas B, Agab H. A review of camel brucellosis. Prev Vet Med. 2002;55(1):
47-56.

Kaltungo BY, Saidu SNA, Musa IW, Baba AY. Brucellosis: a neglected
zoonosis. Brit Microbiol Res J. 2014:4(12):1551-74.

Hadush A, Pal M, Kassa T, Zeru F. Sero-epidemiology of camel brucellosis in
the Afar region of Northeast Ethiopia. ©2013 Acad J. 2013;5(9):269-75.
Mustafa IE. Bacterial diseases of dromedaries and bactrian camels. Rev sci
tech Off int Epiz. 1987,6(2):391-405.

Fatima S, Khan |, Nasir A, Younus M, Sagib M, Melzer F, Neubauer H, El-
Adawy H. Serological, molecular detection and potential risk factors
associated with camel brucellosis in Pakistan. Trop Anim Health Prod. 2016;
48(8):1711-8.

Wernery U. Camelid brucellosis: a review. Rev sci tech Off int Epiz. 2014;
33(3):839-57.

Gwida MM, El-Gohary AH, Melzer F, Tomaso H, Rosler U, Wernery U,
Wernery R, Elschner MC, Khan |, Eickhoff M, et al. Comparison of
diagnostic tests for the detection of Brucella spp. in camel sera. BMC
Res Notes. 2011:4:525.

Azwai S, Carter S, Woldehiwet Z, MacMillan A. Camel brucellosis: Evalution
of field sera by conventional serological tests and ELISA. J Camel Prac
Research. 2001,8(2):185-93.

Bayasgalan C, Chultemdorj T, Felix R, Argamjav B, Badmaa B, Vanabaatar B,
Zinsstag J, Hattendorf J, Schelling E. Serological test comparison for
brucellosis in Mongolian camels, forthcoming

SCVL (State Central Veterinary Laboratory): Report of the mass livestock
screening for eight diseases. Report of unpublished results: State Central
Veterinary Laboratory 2011.

Myagmar N. Brucellosis situation in Mongolia and Result of Bovine
Brucellosis Proficiency Test. In: 4th FAO-APHCA/OIE/DLD Regional Workshop
on Brucellosis Diagnosis and Control in Asia-Pacific Region - Proficiency Test
and Ways Forward: 2014. Chiang Mai; 2014. http//www.fao.org/fileadmin/
templates/rap/files/meetings/2014/140318-cr.mongolia.pdf.

Baljinnyam Z, Dorj G, Dashzevge E, Roth F, Zinsstag J, Schelling E.
Representative sero-prevalence of livestock Brucellosis in two Mongolian
provinces. In: Brucellosis 2011 International Research Conference: 21-23
September 13 2011. UCA Auditorium, Puerto Madero Buenos Aires - Argentina:
Organizer by the Argentine Association for Microbiology; 2011. p. 40.

Roth F, Zinsstag J, Orkhon D, Chimed-Ochir G, Hutton G, Cosivi O, Carrin G.
Human health benefits from livestock vaccination for brucellosis: case study.
Bull World Health Organ. 2003;81(12):867-76.

Zinsstag J, Roth F, Orkhon D, Chimed-Ochir G, Nansalmaa M, Kolar J,
Vounatsou P. A model of animal-human brucellosis transmission in
Mongolia. Prev Vet Med. 2005,69(1-2):77-95.

Twisk JWR. Basic principles of multilevel analysis. In: Applied Multilevel
Analysis: A Practical Guide edn. Cambrigde: University Press; 2013. p. 6-29.


https://doi.org/10.4172/2157-2526
http://www.fao.org/fileadmin/templates/rap/files/meetings/2014/140318-cr.mongolia.pdf
http://www.fao.org/fileadmin/templates/rap/files/meetings/2014/140318-cr.mongolia.pdf

Bayasgalan et al. BMC Veterinary Research

33.

34.

35.

36.

37.

38.
39.

40.

41,

42.

43.

44,

45,

46.

47.

48.

49.

(2018) 14:342

Wu S, Crespi CM, Wong WK. Comparison of methods for estimating the
Intraclass correlation coefficient for binary responses in Cancer prevention
cluster randomized trials. Contemp Clin Trials. 2012;33(5):869-80.
McDermott JJ, Arimi SM. Brucellosis in sub-Saharan Africa: epidemiology,
control and impact. Vet Microbiol. 2002,90(1-4):111-34.

Mohammed MA, Shigidy MT, Al-juboori AY. Sero-prevalence and
epidemiology of brucellosis in camels, sheep and goats in Abu Dhabi
emirate. Int J Anim Veter Adv. 2013:5(2):82-6.

Musa MT, Eisa MZ, EI Sanousi EM, Abdel Wahab MB, Perrett L. Brucellosis in
camels (Camelus dromedarius) in Darfur, Western Sudan. J Comp Pathol.
2008;138(2-3):151-5.

Kim J-Y, Kang S-I, Janchivdorj E, Batbaatar V, Ulziisaikhan G, Khursbaatar O,
Lee K, Ju Lee J, Sung S-R, Chan Jung S, et al. Distinctive phenotypic and
molecular characteristics of Brucella abortusstrains isolated from Mongolia.
Turk Vet J Anim Sci. 2016;40(5):562-68.

NSO: Annual official data of National Statistical Office of Mongolia. 2012.
Chand P, Chhabra R, Nagra J. Vaccination of adult animals with a reduced
dose of Brucella abortus S19 vaccine to control brucellosis on dairy farms in
endemic areas of India. Trop Anim Health Prod. 2015;47(1):29-35.
Fensterbank R. Brucellosis in cattle, sheep and goats: diagnosis, control and
vaccination. Rev Sci Tech Off Int Epiz. 1986;5(3):605-18.

Bennett S, Woods T, Liyanage WM, Smith DL. A simplified general method
for cluster-sample surveys of health in developing countries. World Health
Stat Q. 1991;44(3):98-106.

Otte MJ, Gumm ID. Intra-cluster correlation coefficients of 20 infections
calculated from the results of cluster-sample surveys. Prev Vet Med.
1997,31:147-50.

Baljinnyam Z, Tsend S, Tsegeen N, Dorj G, Dashzevge E, Zinsstag J, Schelling
E. Representative Seroprevalences of human and livestock brucellosis in two
Mongolian provinces. EcoHealth. 2014;11:356-71.

OIE. Bovine Brucellosis. In: Manual of Diagnostic Tests and Vaccine For
Terrestrial Animals, vol. Il. Paris: World Organization for Animal Health; 2008.
p. 629-53.

OIE. Bovine brucellosis. In: Manual of Diagnostic Tests and Vaccines for
Terrestrial Animals, vol. II. Paris: World Organization For Animal Health; 2009.
p. 130.

MASM. Animal brucellosis, serological diagnostic method (MNS5198:2002).
In: Mongolian Agency for Standardization and Metrology; 2002.

Nielsen K, Gall D, Smith P, Balsevicius S, Garrido F, Ferrer MD, Biancifiori F,
Dajer A, Luna E, Samartino L, et al. Comparison of serological tests for the
detection of ovine and caprine antibody to Brucella melitensis. Rev Sci Tech
Oie. 2004;23(3):979-87.

Junior GN, Megid J, Vicente AF, Listoni FJP, Morato MF, Lara GHB, Motta RG,
Chacur MGM, Ribeiro MG. Comparison of Brucella agar, CITA and Farrell
media for selective isolation of Brucella abortus from semen of bovine bulls.
Afr J Microbiol Res. 2015;9(9):617-20.

Rogan WJ, Gladen B. Estimating prevalence from the results of a screening
test. Am J Epidemiol. 1978;107(1):71-6.

Page 11 of 11

Ready to submit your research? Choose BMC and benefit from:

e fast, convenient online submission

o thorough peer review by experienced researchers in your field

 rapid publication on acceptance

o support for research data, including large and complex data types

e gold Open Access which fosters wider collaboration and increased citations
e maximum visibility for your research: over 100M website views per year

K BMC

At BMC, research is always in progress.

Learn more biomedcentral.com/submissions




	Abstract
	Background
	Results
	Conclusions

	Background
	Results
	Discussion
	Conclusions
	Materials and methods
	Study design and selection of herds
	Sample size
	Selection of animals and sampling

	Serological testing
	Bacteriological examination
	Questionnaires
	Data management and analysis

	Additional files
	Abbreviations
	Acknowledgements
	Funding
	Availability of data and materials
	Authors’ contributions
	Ethics approval and consent to participate
	Consent for publication
	Competing interests
	Publisher’s Note
	Author details
	References

