© pLos one

OPEN 8 ACCESS Freely available online

Seroprevalence and Risk Factors for Coxiella burnetii (Q
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Abstract

Community Q fever epidemics occurred in the Netherlands in 2007-2009, with dairy goat and dairy sheep farms as the
implicated source. The aim of the study was to determine the seroprevalence and risk factors for seropositivity in dairy goat
farmers and their household members living or working on these farms. Sera of 268 people living or working on 111 dairy
goat farms were tested for Coxiella burnetii 1IgG and IgM antibodies using immunofluorescence assay. Seroprevalences in
farmers, spouses and children (12-17 years) were 73.5%, 66.7%, and 57.1%, respectively. Risk factors for seropositivity were:
performing three or more daily goat-related tasks, farm location in the two southern provinces of the country, proximity to
bulk milk-positive farms, distance from the nearest stable to residence of 10 meters or less, presence of cats and multiple
goat breeds in the stable, covering stable air spaces and staff not wearing farm boots. Goat farmers have a high risk to
acquire this occupational infection. Clinicians should consider Q fever in this population presenting with compatible
symptoms to allow timely diagnosis and treatment to prevent severe sequelae. Based on the risk factors identified,
strengthening general biosecurity measures is recommended such as consistently wearing boots and protective clothing by
farm staff to avoid indirect transmission and avoiding access of companion animals in the goat stable. Furthermore, it
provides an evidence base for continuation of the current vaccination policy for small ruminants, preventing spread from
contaminated farms to other farms in the vicinity. Finally, vaccination of seronegative farmers and household members
could be considered.
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living and/or working on dairy goat farms and to assess the farm-
related and individual risk factors for seropositivity in order to
update control measures and to provide targeted advice for this
occupational group and the Dutch dairy goat industry.

Introduction

Q fever is a ubiquitous zoonosis caused by the bacterium Coxella
burnetiv (C. burnetur). The primary animal reservoirs for human
infection are cattle, sheep and goats. Bacteria are shed in especially
high concentrations in placentas and birth fluids of infected

Methods

animals, which may subsequently contaminate the stable environ-

ment [1]. Human infection results from inhalation of contami-
nated aerosols, generated by infected animals or animal products
or through direct contact with milk, urine, faeces, or semen of
infected animals [2,3,4]. Human Q) fever may range from
subclinical infection to endocarditis and ruptured aneurysms,
and long-term sequelae such as chronic fatigue syndrome (7—4).
Ruminant farmers are considered one of the main occupational
risk populations for acquiring C. burneti infections [5]. In 2009—
2010, our integrated human-animal-environmental Q-VIVE study
among Dutch dairy goat farms showed a farm prevalence of
43.1% and a goat seroprevalence of 21.4% [6]. The aim of the
present study was to determine within the same farm study
population, the seroprevalence in farmers and household members
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All dairy goat farms in the Netherlands with at least 100 adult
goats that were not vaccinated for Q-fever were selected from a
national database of the Animal Health Service. On eligible farms,
we approached dairy goat farmers and one or two of their
household members aged 12 years and older, and in some
instances, other persons working or living on the farm such as farm
employees. A maximum of three participants were included per
farm. Non-responders received a reminder three weeks after the
initial invitation. After providing informed consent on farm and
individual level, all participating farms were visited by professional
laboratory assistants, who collected sera from October 2009
through March 2010. Each participant received an individual
questionnaire by e-mail or post containing questions on person-
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based exposures, for instance living and/or working on the farm,
contact with goats, other livestock, pets and the farm environment,
consumption of raw dairy products, use of protective clothing,
pregnancy, smoking and underlying health conditions. A farm
questionnaire was sent to the farm manager/owner containing
questions on herd size, presence of other livestock and pets, farm
management, stable environment, lambing season and hygiene
measures. We obtained data on the Q fever bulk milk status for the
period 1 October 2009-30 September 2010 from the Dutch
Ministry of Agriculture. The Medical Ethical Commission of the
University Medical Center Utrecht approved the study protocol
(nr. 09-189/K).

Serology

Serum samples were tested for C. burnetz IgM and IgG
antibodies, both phase I and II, using indirect immunofluores-
cence assay (IFA) with a screening dilution of 1:32. Study
participants without any positive antibody result and participants
with a solitary IgM phase I or solitary IgM phase II were defined
as seronegative. All other outcomes were classified as seropositive.
Those with among others IgM phase II antibodies were designated
as ‘relatively recent infections’ and include possible current
infections. The term ‘relatively recent’ was chosen as IgM phase
II is found positive (=1:32) in the majority of cases one year post-
infection and may even persist up to three years post-infection [7],
(personal communication C. Wielders). Seropositives without IgM
phase II antibodies were designated as ‘past infections’. As the
latter also includes possible chronic infections, within the past
infections a distinction was made between serological profiles
which had IgG phase I <1:32 or negative and therefore not
consistent with chronic infection, and serological profiles which
could indicate chronic infection. IgG phase I and II end point
titers were determined.

Data analysis

To study participation bias, participating and non-participating
farms were compared with regard to herd size, urbanization
degree, region and bulk milk status. For the risk factor analyses,
first frequency tables of variables were analysed and distributions
of continuous variables were studied. If the latter were not linearly
related to the outcome variable, variables were divided into classes
based on biological arguments and if these were lacking based on
quartiles or medians and/or chosen similarly to classes used in a
previous analyses of risk factors for the goats of these same farms
[6]. Using SAS software version 9.2, univariate logistic regression
analysis was performed to assess the main factors associated with
C. burnetii seropositivity at the individual level (p<<0.20 in the
likelihood ratio test (—2LL)). Variables with less than 10% of data
in one risk category were excluded. Age was always kept in the
model because of the frequent relationship with C. burnetit
seropositivity observed in other studies. Proxy outcomes such as
bulk milk Q fever status were not included in multivariable
analyses. All identified individual variables were analyzed with a
manual backward elimination procedure starting with a full
multivariable logistic regression model. Variables were kept in de
model if the —2LL ratio test of the model with and without the
variable was significant (p<<0.05). The final individual model was
tested with the Hosmer-Lemeshow-Goodness-of-fit test. Subse-
quently, multilevel univariate model analyses were performed to
identify risk factors derived from the farm questionnaire, taking
into account clustered farm-based data for all persons within the
same farm, using a unique farm number as cluster variable for
cach farm. All univariately significant farm variables (p<<0.20)
were analyzed with a manual backward elimination procedure

@ PLoS ONE | www.plosone.org

Q Fever Seroprevalence in Dutch Dairy Goat Farmers

starting with a full multilevel model. Finally, both the individual
and farm-based characteristics from the final two submodels were
combined in a multivariate multilevel analysis, to examine the
independent relationship between risk determinants and C. burnetit
seropositivity. The final model fit was assessed by the QIC (Quasi-
Likelihood under the Independence Model Criterion) goodness-of
-fit statistic for GEE (generalized estimation equation) models.

Results

Descriptive characteristics

Of all 334 invited eligible dairy goat farms, 111 (33.2%) farms
participated in this study. In total, 24.3% of the participating farms
tested bulk milk-positive from October 2009 through March 2010,
similar to 22.9% positive for the non-participating farms. The
mean herd size was 869 goats (range 121-3805) in participating
farms, not statistically different from the mean of 809 goats (105—
4733) in non-participating farms. In addition, no differences
between participating and non-participating farms were observed
with regard to urbanization degree and region. From the 111
participating farms, 268 persons provided a blood sample (mean
age 42.0 years (12-81), 53.7% male). Of these, 184 (68.7%) were
seropositive; 154 (57.5%) participants had experienced a past
infection and 30 (11.2%) had experienced a relatively recent
infection, as demonstrated by presence of IgM phase II antibodies.
IgG phase II end titres were known for the 75 participants with a
past infection with IgG phase I <1:32: 1:32 (n=20), 1:64 (n= 14),
1:128 (n=16), 1:256 n=12), 1:512 n=9) and =1:1024 (n=4).
For the 79 participants with a past infection with IgG phase 1
=1:32, 11 persons had ‘possible chronic Q) fever’ with IgG phase I
titers =1:1024 according to diagnostic criteria used in the
Netherlands [8]. Clinical information was lacking to confirm that
these were truly chronic cases. Based on questions regarding
clinical history in the individual questionnaire, none of them
reported a history of pneumonia, hepatitis or endocarditis during
the past 5 years or were diagnosed with acute Q fever by their
general practitioner. Also none of them indicated a history of an
immune disorder, chronic pulmonary disease or cardiovascular
problem except for one case with a high blood pressure and one
case with a breast malignancy in 1999. Seroprevalences in males
increased by age reaching a plateau around 80% in the 35-55
years age group, while in females the highest seroprevalence
(75.9%) was observed in those below 35 years. The seroprevalence
was highest among farmers (73.5%) and in the small group of non-
household members such as farm employees or servants (83.3%).
Seroprevalences in spouses and children (12-17 years) were 66.7%
and 57.1%, respectively (Table 1). Among those living or working
on a bulk milk-positive farm, 95.5% were seropositive. The
median duration of residence on a dairy goat farm was 10 years
(0-29 years). A Q fever episode was confirmed by a general
practitioner in 10 participants (4.1%) during the period 2008—
2010. Based on their serum sample, 5 had a serological profile
matching relatively recent infection and 5 a profile indicating past
infection.

Univariate analyses on individual and farm level
Individual farm exposures, such as milking and feeding goats,
supply and removal of dairy goats into and outside the stable,
giving general health care and birth assistance, cleaning the
stables, removal and spread of manure, contact with raw goat milk
and daily contact with goat manure, dead-born animals during the
lambing season, daily contact with roughage or animal feed, direct
contact with cattle on own farm and residence as a child on a
ruminant farm were all associated with human seropositivity
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(p<<0.05). Potential risk factors with p=0.05 to p<<0.20 were
having lived and/or worked before 1997 on a dairy goat farm,
being a farmer, fulltime work week, having a dog, direct contact
with horses on own farm, daily contact with birth material during
the lambing season, contact with cattle manure and contact with
goats, dogs and cats at other farms and work experience in the
cattle sector (Table 2).

The following farm-based characteristics were potential risk
factors in univariate analyses: farm location (south), short distance
to the nearest bulk milk-positive farm, bulk milk status from 1
October 2009 to 30 September 2010, herd size =800 goats,
distance between residence and nearest goat stable =10 meters,
presence of other goat breeds besides the Dutch White Goat, use
of artificial insemination, extended lactation, presence of cats in
the stable, use of silage and/or maize feed, using a fodder mixer or
automatic feeding method, use of screen/gauze in the stable,
covering air spaces in the stable for combating nuisance animals
such as wild birds, =3 lambing periods per year, an abortion
percentage of =4% in 2007-2009 or a reported Q) fever abortion
wave. Biosecurity factors such as having a closed farm tenure, goat
supply from southern provinces, receiving farm visitors for school
tours or organised groups, and not wearing farm boots among staff
and other employees were also potential risk factors. Two spatial
variables were potential risk factors: municipal cattle density of 100
ruminants per km? and a net goat density of =15 goats per km?
within five kilometre radius. Besides risk factors, potential
protective factors were found, such as presence of laying hens,
stable air ventilation through a flap, membership of an organic
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Table 1. Descriptive characteristics and seroprevalence of dairy goat farmers and family members (n = 268), September 2009-April
2010, The Netherlands.
Variable Frequency (N) Seroprevalence

% (N) 95% Cl (exact)
Participant 268 68.7 (184) 62.7-74.2
Sex
Male 144 70.1 (101) 62.0-77.5
Female 124 66.9 (83) 57.9-75.1
Age (years) in males
<35 36 55.6 (20) 38.1-72.1
35-<45 43 79.1 (34) 64.0-90.0
45-<55 35 80.0 (28) 63.1-91.6
=55 30 63.3 (19) 43.9-80.1
Age (years) in females
<35 29 75.9 (22) 56.5-89.7
35-<45 47 61.7 (29) 46.4-75.5
45-<55 31 67.7 (21) 48.6-83.3
=55 17 64.7 (11) 38.3-85.8
Function
Farmer 132 73.5 (97) 65.1-80.8
Spouse 69 66.7 (46) 54.3-77.6
Farmers’ son/daughter =18 years 21 66.7 (14) 43.0-85.4
Child (12-17 years) 14 57.1 (8) 28.9-82.3
Other family members 26 53.9 (14) 334-734
Other persons, such as farm employees 6 83.3 (5) 35.9-99.6
Cl, Confidence Interval.
doi:10.1371/journal.pone.0042364.t001

dairy goat cooperative, and presence of rats or mice in the stable in
2008 before implementation of the hygiene protocol (Table 3).

Multivariate and multilevel analyses

Three individual and eight farm-based variables were significant
in the two final multivariate submodels (p<<0.05, —2LL) (Tables 4
and 5, respectively) and together with age group used as the full
multilevel model. The final combined individual-farm multilevel
model showed that the number of daily performed goat-related
tasks (including milking, feeding, supply and removal of goats,
general health care, birth assistance of goats) was an independent
significant risk factor as well as farm location in the two southern
provinces, distance to nearest bulk milk-positive farm, presence of
a cat in the goat stable, distance between residence and goat stable
=10 meters, presence of other goat breeds besides the Dutch
White Goat and not wearing farm boots among staft and other
employees (Table 6). A borderline significant risk factor and a
protective factor were found, ie. living as child on a ruminant
farm and no use of extended lactation, respectively.

Discussion

This is the first study addressing the seroprevalence in dairy goat
households in the Netherlands, and one of few risk factor studies
on human C. bumnetiz infections in farm populations worldwide. It
confirms that living and or working on a dairy goat farm poses a
high lifetime risk for acquisition of a C. burnetit infection. Farmers
and other household members are generally in closest proximity to
infected goats and contaminated stables on farms, and therefore at
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Table 2. Univariate logistic model of individual factors associated with human Q-fever (P<<0.20) with corresponding frequency (N),
seroprevalence (%), odds ratio (OR) and 95% confidence interval (Cl).
Freq. Seropre-valence

Variable Category (N) (%) OR [95% ClI] p-value

Age group <35 years 65 64.6 Reference 0.57
35-<45 years 90 70.0 1.28 [0.65-2.52
45-<55 years 66 74.2 1.58 [0.75-3.34]
=55 years 47 63.8 0.97 [0.44-2.11]

Start working on goat farm 1997 or after 141 66.0 Reference 0.07
before 1997 107 76.6 1.69 [0.96-2.99]

Function Farmer 122 74.6 1.54 [0.89-2.68] 0.13
Other 122 65.6 Reference

Hours working on farm Fulltime 124 76.6 2.46 [1.25-4.82] 0.05
Halftime 35 743 2.17 [0.86-5.46]
Quarter week 29 62.1 1.23 [0.49-3.07]
Sometimes/never 56 57.1 Reference

Number of daily goat-related tasks (milking, feeding, supply =3 tasks 167 79.6 3.69 [2.14-6.34] <0.01

and removal, general animal health care, birth assistance)
=2 tasks 101 50.5 Reference

Milking goats Yes 183 75.4 2.60 [1.42-4.77] <0.01
No 61 54.1 Reference

Feeding goats Yes 186 76.3 3.23 [1.74-5.97] <0.01
No 58 50.0 Reference

Supply and removal of dairy goats or bucks Yes 120 82.5 3.41 [1.89-6.15] <0.01
No 124 58.1 Reference

Care for general animal health Yes 151 78.8 2.93 [1.67-5.16] <0.01
No 93 55.9 Reference

Birth assistance Yes 151 782 2.70 [1.54-4.74] <0.01
No 93 57.0 Reference

Remove manure Yes 130 76.9 2.02 [1.16-3.52] 0.01
No 114 62.3 Reference

Spread manure Yes 69 82.6 2.54 [1.27-5.10] <0.01
No 175 65.1 Reference

Clean the stables Yes 18 81.4 2.97 [1.66-5.32] <0.01
No 126 59.5 Reference

Administration Yes 148 743 1.66 [0.95-2.90] 0.07
No 96 63.5 Reference

Having a dog Yes 209 71.8 1.70 [0.81-3.55] 0.16
No 35 60.0 Reference

Direct contact cattle own farm Yes 34 853 2.78 [1.03-7.55] 0.04
No 210 67.6 Reference

Direct contact horses own farm Yes 90 76.7 1.68 [0.93-3.03] 0.09
No 154 66.2 Reference

Direct contact goats other farm Yes 28 82.1 2.11 [0.77-5.80] 0.15
No 216 68.5 Reference

Direct contact horses other farm Yes 24 83.3 2.29 [0.75-6.94] 0.14
No 250 68.6 Reference

Direct contact dogs other farm Yes 81 77.8 1.78 [0.96-3.30] 0.07
No 163 66.3 Reference

Direct contact cats other farm Yes 29 82.8 2.22 [0.81-6.07] 0.12
No 215 68.4 Reference

Daily contact roughage/animal feed Yes 174 741 1.91 [1.06-3.44] 0.03
No 70 60.0 Reference
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highest risk for inhaling C. bumetii. We investigated C. burnetit
presence in vaginal swabs, manure, surface area swabs, milk unit
filters, and aerosols at 19 Dutch dairy goat farms in the
environmental study component. Farms with an abortion history
and positive bulk milk status displayed the highest level of C.
burnetit DNA in, among others, aerosols and surface area swabs,
indicating an elevated risk to farm households and visitors in
acquiring Q fever [9]. This is supported by our finding that one
quarter of all study participants resided on a bulk milk-positive
farm, of which all were seropositive except for three persons on
one farm which tested bulk milk-positive two months after human
sera were taken. This indicates a highly effective transmission from
infected animals to humans, as was already shown in workers
involved in culling goats of whom 17.5% seroconverted post-cull
[10].

The observed seroprevalence was not only high for the farmers
(74.2%), as expected, but also among spouses (66.7%) and children
of 12-17 years (57.1%), who lived and often also worked at the
farm. The seroprevalence clearly exceeds the estimates of 2.4%
found in the Dutch general population preceding the first
epidemic season in 20062007 [11], the 24% in a rural area in
the epicentre of the epidemic in September 2007 [12] and the
12.2% in blood donors living in the high-endemic regions in
2009-2010 [13]. The seroprevalence was also higher compared to
those in other studies focusing on, non-further specified, farm
populations, such as 49% among farmers from Northern Ireland
[14], and 27% in a farm cohort in the United Kingdom [5,14], but
was comparable to the seroprevalences ranging from 68% through
84% among professionals intensively working with ruminants in
several other studies [15,16,17,18]. In general, comparison of
seroprevalences is complicated because of the different study
populations, diagnostic tests and cut-off values used. The study
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Table 2. Cont.
Freq. Seropre-valence

Variable Category (N) (%) OR [95% ClI] p-value

Contact raw milk Yes 182 753 2.51 [1.37-4.58] <0.01
No 62 54.8 Reference

Daily contact goat manure Yes 163 755 2.11 [1.20-3.74] 0.01
No/no respons 81 59.3 Reference

Contact cattle manure Yes 32 84.4 2.55 [0.94-6.91] 0.07
No 212 67.9 Reference

Daily contact dead-born animals Yes 100 80.0 2.33 [0.94-6.91] <0.01
No 143 63.2 Reference

Daily contact with placenta/birth material Yes 156 73.1 1.48 [0.84-2.59] 0.17
No/no respons 88 64.8 Reference

Work in agriculture (swine) Yes 79 77.2 1.69 [0.91-3.14] 0.09
No 165 66.7 Reference

Work in agriculture (cattle) Yes 134\ 746\ 1.62 [0.92-2.80] 0.09
No 110 64.5 Reference

Work in agriculture (crops) Yes 53 77.4 1.60 [0.79-3.27] 0.19
No 191 68.1 Reference

Work in transport (agricultural products, such as hay, straw) Yes 31 83.9 2.44 [0.90-6.63] 0.08
No 213 68.1 Reference

Lived as child on a ruminant farm Yes 172 74.4 1.79 [0.96-3.32] 0.02
No 72 59.7 Reference

doi:10.1371/journal.pone.0042364.t002

from Northern Ireland suggested that infection is mainly acquired
in adolescence and early adulthood with slight further acquisition
of infection in older age groups above 35 years [14]. We observed
a different seroprevalence pattern in our study, with a simialr
seroprevalence among males in the age group 12 to 25 years and
25 to 34 years (55.0% and 56.3%, respectively) and observed an
increase to 79.1% in males of 35 to 44 years, while females below
25 years had already a higher seroprevalence (81.3%) compared to
females in the 25-34 years age group (69.2%).

This study shows Q fever in dairy goat farm households is an
actual occupational disease as one out of 9 participants had an
indication for a relatively recent infection. Partially these were also
diagnosed in routine medical practice in the past few years and
thus with symptomatic manifestations. Eleven participants (4.1%)
had a serological profile indicative for a chronic infection (IgG
phase I titers =1:1024), classified as ‘possible chronic Q-fever’
according to the recent Dutch criteria [8]. Clinical information
was lacking to confirm that these were truly chronic cases: we
neither had date of onset of symptoms compatible with Q-fever in
the acute stage of these participants, if any, to know that these high
level antibodies were found more than six months following
infection, nor had we any clinical follow-up information for these
patients after the test result from the study was communicated to
them through their general practitioner, who took care of the
regular follow-up protocol.

Several independent individual and farm-based risk factors for
C. bumetii seropositivity were found such as performing =3 daily
goat-related tasks, farm location in the two southern provinces,
distance to the nearest bulk milk-positive farm, presence of other
goat breeds besides the Dutch White Goat, covering air spaces in
the goat stable to combat nuisance animals such as wild birds,
=10 meters distance between residence and nearest stable,
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Table 3. Univariate multilevel model of farm-based factors associated with human Q-fever (p<<0.20) with corresponding frequency
(N), seroprevalence (%), odds ratio (OR) and 95% confidence interval (Cl).
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Freq. Seropre-valence

Variable Category (N) (%) OR [95% ClI] p-value

Herd size =800 goats 124 75.8 1.82 [1.07-3.11] 0.03
<800 goats 144 63.2 Reference

Farm region North (Dr, Fr, Gro) 39 51.3 Reference <0.01
East (Ge, Ov, Fle) 92 67.4 1.96 [0.91-4.22]
West (Ut, Ze, Nh, Zh) 37 56.8 1.25 [0.51-3.08]
South (Nb, Li) 100 82.0 4.33 [1.93-9.72]

Q fever mandatory vaccination area 2009 Yes 124 83.1 3.71 [2.09-6.58] <0.01
No 144 56.9 Reference

Bulk milk farm status Positive 67 95.5 14.1 [4.28-46.45] <0.01
Negative 201 60.2 Reference

Serological farm status (=1 goat seropositive) Positive 100 93.0 12.1 [5.21-28.10] <0.01
Negative 128 523 Reference

Net goat density per km? within 5 km radius =15 110 79.1 2.32 [1.32-4.06] <0.01
<15 158 62.0 Reference

Cattle density (incl meat calves) =100 183 72.1 1.42 [0.81-2.47] 0.13
<100 82 64.6 Reference

Bulk milk-positive farm within 5 km radius Yes 81 81.5 2.51 [1.33-4.74] <0.01
No 187 63.6 Reference

Distance to nearest positive farm 0- <4 km 74 83.8 4.74 [2.18-10.31] <0.01
4- <8 km 50 76.0 2.90 [1.30-6.48]
8- <16 km 75 65.3 1.73 [0.88-3.38]
=16 km 69 52.2 Reference

Farm part of organic goat farming cooperation Yes 38 57.9 0.57[0.28-1.14] 0.12
No 220 70.9 Reference

Distance residence to nearest stable =10m 118 77.1 2.06 [1.17-3.61] 0.01
>10m 124 62.1 Reference

Other goat breeds next to white dairy goat Present 125 78.4 2.22 [1.27-3.88] <0.01
Absent 124 62.1 Reference

Number of stables >3 stables 55 78.2 1.68[0.83-3.41] 0.15
=3 stables 194 68.0 Reference

Use of artificial insemination Yes 62 80.7 2.05[1.02-4.13] 0.04
No 185 67.0 Reference

Extended lactation Yes 212 72.6 Reference 0.03
No 32 53.1 0.43 [0.20-0.91]

Laying hens on farm Yes 40 55.0 0.45 [0.22-0.90] 0.03
No 209 73.2 Reference

Presence of cat(s) in goat stable Present 91 75.8 1.54 [0.86-2.76] 0.15
Absent 158 67.1 Reference

Use of silage Yes 165 75.8 2.13 [1.21-3.73] <0.01
No 84 59.5 Reference

Use of maize Yes 95 81.1 2.44[1.33-4.50] <0.01
No 154 63.6 Reference

Feeding method Fodder mixer or automatic 159 74.8 1.81[1.04-3.15] 0.04
Hand/wheelbarrow 920 62.2 Reference

Use of screen/gauze Screen/gauze 91 78.0 1.86 [0.91-3.80] 0.12
Windstoppers only 94 66.0 1.01 [0.52-1.98]
None of the above 64 65.6 Reference

Air ventilation through flap Yes 33 57.6 0.52 [0.25-1.11] 0.10
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Freq. Seropre-valence

Variable Category (N) (%) OR [95% Cl] p-value
No 216 722 Reference

Presence of Mice and/or rats in the stable in 2008 Present 171 67.3 Reference 0.09
Absent 76 77.6 1.69 [0.90-3.16]

Combat other nuisance animals in 2008 Via covering airspaces 32 84.4 2.52[0.93-6.82] 0.05
Not via covering airspaces or no 217 68.2 Reference
combat

Lambing periods =3 or more periods 21 90.5 4.39 [1.00-19.33] 0.05
=2 lambing periods 228 68.4 Reference

Abortion percentage 2007-2009 including abortion history >4 percent 36 86.1 2.97 [1.11-7.97] 0.02

due to Q fever
0-4 percent 213 67.6 Reference

Farm tenure Closed farm for male and female 63 77.8 1.68 [0.86-3.28] 0.12
goats
Not completely closed 185 67.6 Reference

Goat supply region South 77 83.1 1.68 [1.87-7.69] <0.01
Other regions 108 56.5 Reference
No supply 64 78.1 2.75[1.36-5.56]

Farm visitors School tours 98 75.5 1.53 [0.86-2.70] 0.14
No tours 151 66.9 Reference

Farm boots for staff Yes 164 66.5 Reference 0.03
No 82 79.3 1.93 [1.03-3.60]

doi:10.1371/journal.pone.0042364.t003

presence of cats in the stable and not wearing farm boots by staff.
The individual risk factor of performing =3 daily activities
involving direct contact with goats or dust-producing activities in
the goat stable, such as milking, feeding, supply and removal of
goats, general health care and cleaning the stable, reflects the
intensity of goat and stable environment contact. Under these
circumstances the risk of inhalation of contaminated aerosols is
high, with a plausible increased risk for acquiring an infection. A
study among British farm workers suggested that the extent of total
farm animal contact seemed more important than specific animal

related to human Q-fever status.

exposure, indicating that risk of C. bumetii exposure is mainly
related to farm environment contact [5]. Manure-related tasks did
not add to the cumulative risk of performing goat-related tasks
indicating transmission through manure is probably less important
as shown in a C. bumetii survival study showing short decimal
reduction times to establish effective killing of viable bacteria in
goat manure piles [19]. Persons who lived as child on a ruminant
farm were more often seropositive. This is a plausible risk factor
for identified past infections and in agreement with a study among
Dutch veterinary students where those that grew up on a ruminant

Table 4. Results of the multivariate logistic regression with individual characteristics (p<<0.05, —2LL), as independent factors

No/no respons

Individual Variables Category OR [95% ClI] p-value
Age group <35 years Reference 0.867
35-<45 years 1.04 [0.46-2.34]
45-<55 years 1.31 [0.54-3.19]
=55 years 0.88 [0.36-2.14]
Number of daily goat-related tasks (milking, feeding, supply =3 tasks 3.73 [2.00-6.94] <.0001
and removal, general animal health care, birth assistance)
=2 tasks Reference
Lived as child on a ruminant farm Yes 2.24 [1.17-4.28] 0.015
No Reference
Direct contact with cattle Yes 2,65 [0.93-7.53] 0.068

Reference

doi:10.1371/journal.pone.0042364.t004
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Table 5. Results of the multilevel analyses with farm-based characteristics (p<<0.05, —2LL), as independent factors related to

Farm Variables Category

OR [95% ClI] p-value

Farm region

South (provinces Nb, Li)
Distance to nearest positive farm 0- <4 km
4- <8 km
8- <16 km
=16 km
Presence of cat(s) in goat stable Present
Absent
Distance residence to nearest stable =10m
>10m
Other goat breeds next to white dairy goat Present
Absent
Extended lactation Yes

No
Combat other nuisance animals in 2008 Via covering airspaces
Farm boots for staff Yes

No

North (provinces Dr, Fr, Gro)
West (provinces Ut, Ze, Nh, Zh)

East (provinces Ge, Ov, Fle)

Not via covering airspaces or no combat

Reference 0.011
0.85 [0.26-2.71]

2.26 [0.88-5.84]

5.95 [2.08-16.99]

3.38 [1.25-9.11] 0.050
2.64 [1.03-6.75]

3.46 [1.44-8.30]

Reference

2.54 [1.24-5.21] 0.011
Reference

244 [1.27-4.67] 0.011
Reference

3.38 [1.61-7.09] 0.003
Reference

Reference 0.036
0.37 [0.15-0.86]

6.03 [1.77-20.61] 0.007
Reference

Reference 0.025

2.66 [1.12-6.32]

doi:10.1371/journal.pone.0042364.t005

farm had a higher risk of being seropositive and a dose-response
relationship between seropositivity and years of farm residence was
identified [20].

Two risk factors indicate the importance of airborne transmis-
sion between farms and to humans in high-incidence areas for Q
fever: a farm location in two southern provinces of the Netherlands
and a closer distance to the nearest bulk milk-positive farm. The
concentration of intensive goat farming in the south of the country
probably facilitated transmission between farms following the
introduction of Q fever. Next to the farm families, the general
population in these regions was severely affected with annual
incidences up to 500-1500 notifications per 100,000 inhabitants.
Of 2,421 notified cases in 2007-2009, 3.2% worked in the
agricultural sector including stockbreeding, arable and dairy
farming [21]. Effective airborne spread between farms and to
farm families from infected farms in the vicinity is also supported
by the observation that 38% of the participating farms within eight
kilometers proximity from a bulk milk-positive farm were bulk
milk-positive themselves. The farms’s own bulk milk status became
a strong significant risk factor if we added it to the final multilevel
model, while the significance of distance to the nearest bulk milk-
positive farm decreased (data not shown), which indicated that a
positive bulk milk status of the own farm is the strongest predictor
for human seropositivity. A previous study showed that the risk of
acute Q fever gradually decreased with increasing distance from a
dairy goat farm that experienced an abortion wave [22]. The same
distance-response relationship was observed for goat seropositivity
in the veterinary study component [6]. A distance of =10 meters
between stable and residence as risk factor could be a sign of more
intensive transmission through aerosol spread but could also be a
proxy for more intense direct human-animal contact. The

@ PLoS ONE | www.plosone.org

Multivariate multilevel model with farm characteristics * Number of observations used: 234, number of levels used: 103 (7 with missing values).

presence of other goat breeds, such as Toggenburg, Anglo-
Nubian, Dutch Pied or Alpine Goat, besides the omnipresent
Dutch White Goat was identified as risk factor. Compared to other
goats, the Dutch White goat is specifically bred on their milk-
producing quality. Animal-to-human transmission of C. burnetii
may be influenced by breed diversity [23] and in cattle the Friesian
breed has higher C. burnetit seroprevalences than other breeds [24].
However, presence of other goat breeds as a risk factor for human
seropositivity was not previously described and therefore this
finding cannot be satisfactorily explained. Possible mechanisms
behind this risk factor need further investigation, for example
through seroprevalence studies in different goat breeds. The study
further indicates that not performing extended lactation may
protect against human infections which could point to a selection
on dairy goats for its qualities as a high-productive dairy goat,
rather than on disease resistance, which can cause undesirable
side-effects in for example immunological traits, as seen in other
livestock [25]. Covering air spaces in a stable to combat nuisance
animals such as wild birds could point at a more air-locked stable,
facilitating C. burnetiz accumulation inside the stable, which may
increase human and goat exposure [26]. The observed risk for
farms where staft did not wear farm boots may indicate the need
for more stringent routine biosecurity procedures for household
members, farm employees and visitors as indirect transmission
through contaminated clothing has been described for Q fever
[26]. The presence of cats in the stable was also observed as risk
factor for both human and goat seropositivity [6], suggesting C.
bumetii introduction or facilitation of spread by infected companion
animals. In the veterinary study component, additionally the
presence of dogs in the stable was a risk factor.

July 2012 | Volume 7 | Issue 7 | e42364
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This study has some limitations. First, the response rate of
33.2% among eligible dairy goat farms was relatively low. This
was probably mainly due to the stringent measures carried out
during the Q fever epidemics in the Netherlands, especially the
culling of pregnant goats on bulk milk-positive farms implemented
late 2009, and the media attention during the period that the
farms were invited for this study. As the proportion of bulk milk-
positive farms was similar for participating farms and non-
participating farms, and comparable with regard to herd size,
urbanization degree and regional representation, we consider the
observed seroprevalence and risk factors representative for all
dairy goat farmers and household members in the Netherlands.
Second, the exposure information collected in the farm and
individual questionnaires is not necessarily related to the relevant
time period for seroconversion as we do not know when the actual
C. burnetii infection occurred in seropositive participants. This also
complicated the assessment of the clinical relevance of the high
seroprevalences observed. However, a relatively high percentage
of relatively recent infections occurred, indicating that serocon-
version in this group most likely occurred during the periods
covered in the questionnaire.

@ PLoS ONE | www.plosone.org

Table 6. Results of the multilevel analyses with all individual and farm-based variables which were associated with human Q fever

status (p<<0.10, —2LL) taking in account clustered data of persons within a farm.

Variable Category OR [95% ClI] p-value

Age group <35 years Reference 0.804
35-<45 years 1.52 [0.58-3.97]
45-<55 years 1.22 [0.43-3.45]
=55 years 1.10 [0.32-3.76]

Number of farm tasks =3 tasks 3.87 [1.84-8.14] 0.001
=2 tasks Reference

Farm region North (provinces Dr, Fr, Gro) Reference 0.035
West (provinces Ut, Ze, Nh, Zh) 1.14 [0.29-4.55]
East (provinces Ge, Ov, Fle) 2.64 [0.98-7.07]
South (provinces Nb, Li) 4.88 [1.67-14.26]

Distance to nearest positive farm 0- <4 km 4.17 [1.56-11.14] 0.020
4- <8 km 4.12 [1.53-11.13]
8- <16 km 5.10 [1.85-14.09]
=16 km Reference

Presence of cat(s) in goat stable Present 2.21 [1.01-4.84] 0.039
Absent Reference

Distance residence to nearest stable =10m 2.06 [1.27-5.29] 0.014
>10 m Reference

Other goat breeds next to white dairy goat Present 3.30 [1.54-7.07] 0.003
Absent Reference

Extended lactation Yes Reference 0.071
No 0.42 [0.18-0.98]

Lived as child on a ruminant farm Yes 2.01 [0.92-4.40] 0.098
No Reference

Combat other nuisance animals in 2008 Via covering airspaces 6.00 [1.70-21.18] 0.006
Not via covering airspaces or no combat Reference

Farm boots for staff Yes Reference 0.043
No 2.51 [1.07-5.85]

UBN used as cluster variable. Number of observations used: 227. Number of levels used: 103 (8 with missing values).

doi:10.1371/journal.pone.0042364.t006

To conclude, high C. burnetit seroprevalences indicate dairy goat
farmers and household members have a substantial lifetime risk to
acquire this zoonotic infection. Our study demonstrates the
importance of daily goat and stable environment contact and
increased risk of living on or in proximity of a bulk milk-positive
farm. We recommend strengthening general biosecurity measures
such as consistently wearing boots and protective clothing by farm
staff to avoid indirect transmission, avoiding access of companion
animals to the stable and get advice on controlling nuisance
animals in the goat stables as covering air spaces seem to harbour
an increased risk. Awareness among clinicians should be increased
to consider Q) fever in this occupational group presenting with
compatible symptoms or related sequelae to allow timely diagnosis
and treatment. As preventive strategies, dairy goat farmers and
household members could be screened at start of goat farming or
at adolescent age for children being raised at such farms and if
seronegative, offered a human Q) fever vaccine. This, in addition
to the earlier mentioned biosecurity measures and continuation of
small ruminant vaccination, both for decreasing the exposure risk
for young children at the farm not yet suitable for vaccination and
for inhabitants in the vicinity of the farms.

July 2012 | Volume 7 | Issue 7 | e42364



Acknowledgments

We are grateful to all participants without whom the study could not be
conducted. We would like to thank all laboratory assistants that collected
serum samples, Jamie Meekelenkamp of the Jeroen Bosch Hospital for the
laboratory analyses, Noel Peters for sending test results to participants;
Sanne Kelderman for invitation mailings and providing reference data and
Ben Bom for generating geographical information. Finally, we thank all
expert members of the Q-VIVE project group and affiliated organizations
for their support and advice during the study: Jan van de Bergh, Olaf

References

1. Rousset E, Berri M, Durand B, Dufour P, Prigent M, et al. (2009) Coxiclla
burnetii shedding routes and antibody response after outbreaks of Q fever-
induced abortion in dairy goat herds. Appl Environ Microbiol 75: 428-433.

2. Maurin M, Raoult D (1999) Q fever. Clin Microbiol Rev 12: 518-553.

3. Rodolakis A (2009) Q Fever in dairy animals. Ann N'Y Acad Sci 1166: 90-93.

4. Tissot-Dupont H, Amadei MA, Nezri M, Raoult D (2004) Wind in November,
Q fever in December. Emerg Infect Dis 10: 1264-1269.

5. Thomas DR, Treweek L, Salmon RL, Kench SM, Coleman TJ, et al. (1995)
The risk of acquiring Q fever on farms: a seroepidemiological study. Occup
Environ Med 52: 644-647.

6. Schimmer B LS, Hautvast JLA, Graat EAM, Vellema P, van Duynhoven
YTHP. (2011) Seroprevalence and risk factors of Q fever in goats on commercial
dairy goat farms in the Netherlands, 2009-2010. BMC Veterinary Research Dec
30 7:81 doi:10.1186/1746-6148-7-81. [Epub ahead of print]

7. Wegdam-Blans MC, Wielders CC, Meckelenkamp J, Korbeeck JM, Herremans
T, Tjhie HT, Bijlmer HA, Koopmans MP, Schneeberger PM. (2012) Evaluation
of commonly used serological tests for the detection of Coxiella burnetii
antibodies in well-defined acute and follow-up sera. Clin Vaccine Immunol 23
May 2012, doi: 10.1128/CVI1.05581-11. [Epub ahead of print]

8. Wegdam-Blans MC, Kampschreur LM, Delsing CE, Blecker-Rovers CP,
Sprong T, et al. (2012) Chronic Q fever: Review of the literature and a proposal
of new diagnostic criteria. J Infect 64: 247-259.

9. de Bruin RQ)J, van der Plaats L, Paauwe R, Schimmer B, Vellema P, et al.
(2012) Detection of Coxiella burnetii DNA on small ruminant farms during a Q
fever outbreak in the Netherlands. Appl Environ Microbiol 78: 1652-1657.

. Whelan J, Schimmer B, Schneeberger P, Meekelenkamp J, jif A, et al. (2011) Q.

fever among culling workers, the Netherlands, 2009-2010. Emerg Infect Dis 17:

1719-1723.

Schimmer B, Notermans DW, Harms MG, Reimerink JH, Bakker J, et al. (2012)

Low seroprevalence of Q fever in The Netherlands prior to a series of large

outbreaks. Epidemiol Infect: 140: 27-35.

. Karagiannis I, Schimmer B, Van Lier A, Timen A, Schneeberger P, et al. (2009)
Investigation of a Q fever outbreak in a rural area of The Netherlands.
Epidemiol Infect 137: 1283-1294.

. Hogema BM, Slot E, Molier M, Schneeberger PM, Hermans MH, et al. (2012)
Coxiella burnetii infection among blood donors during the 2009 Q-fever
outbreak in the Netherlands. Transfusion 52: 144-150.

. McCaughey C, McKenna J, McKenna C, Coyle PV, O’Neill HJ, et al. (2008)
Human seroprevalence to Coxiella burnetii (Q fever) in Northern Ireland.
Zoonoses Public Health 55: 189-194.

@ PLoS ONE | www.plosone.org

10

Q Fever Seroprevalence in Dutch Dairy Goat Farmers

Stenvers, Rob van Oosterom, Mark Paauw, Harry Stinis, Ad de Rooij,
Margo Vonk, Clementine Wijkmans and Wim van der Hoek.

Author Contributions

Conceived and designed the experiments: BS YD. Performed the
experiments: BS AL PS YD. Analyzed the data: BS AL YD. Contributed
reagents/materials/analysis tools: BS AL PS HA PV JH YD. Wrote the
paper: BS AL PS HA PV JH YD.

15. Chang CC, Lin PS, Hou MY, Lin CC, Hung MN, et al. (2010) Identification of
risk factors of Coxiella burnetii (Q fever) infection in veterinary-associated
populations in southern Taiwan. Zoonoses Public Health 57: €95-101.

. Monno R, Fumarola L, Trerotoli P, Cavone D, Giannelli G, et al. (2009)
Seroprevalence of Q fever, brucellosis and leptospirosis in farmers and
agricultural workers in Bari, Southern Italy. Ann Agric Environ Med 16: 205
209.

. Richardus JH, Donkers A, Dumas AM, Schaap GJ, Akkermans JP, et al. (1987)
Q fever in the Netherlands: a sero-epidemiological survey among human
population groups from 1968 to 1983. Epidemiol Infect 98: 211-219.

. Thibon M, Villiers V, Souque P, Dautry-Varsat A, Duquesnel R, et al. (1996)
High incidence of Coxiella burnetii markers in a rural population in France.
Eur J Epidemiol 12: 509-513.

. Roest HI, Dinkla A, Van Rotterdam B, De Bruin A, Dercksen D, et al. (2011)

Survival of Coxiella burnetii in goat manure- final report. 11/CVI0212 11/

CVI0212. 1-23 p. [in Dutch] http://www.rijksoverheid.nl/documenten-en-

publicaties/rapporten/2011/07/14/overleving-van-coxiella-burnetii-in-

geitenmest-eindrapportage.html (accessed 14 June 2012)

de Rooij MT, Schimmer B, Versteeg B, Schneeberger P, Berends BR, et al.

(2012) Risk factors of Coxiella burnetii (Q fever) seropositivity in Veterinary

Medicine Students. PLoS One 7:¢32108.

Dijkstra F, Hoek W, Wijers N, Schimmer B, Rietveld A, et al. (2012) The 2007

2010 Q fever epidemic in the Netherlands: characteristics of notified acute Q

fever patients and the association with dairy goat farming. FEMS Immunol Med

Microbiol. 64: 3-12.

Schimmer B, Ter Schegget R, Wegdam M, Zuchner L, de Bruin A, et al. (2010)

The use of a geographic information system to identify a dairy goat farm as the

most likely source of an urban Q-fever outbreak. BMC Infect Dis 10: 69.

Marrie T (1990) Epidemiology of Q fever. In: Marrie T, editor. Q fever, the

disease Boca Raton: CRC Press. pp. 49-65.

McCaughey C, Murray L], McKenna JP, Menzies FD, McCullough SJ, et al.

(2010) Coxiella burnetii (Q fever) seroprevalence in cattle. Epidemiol Infect 138:

21-27.

Rauw WM, Kanis E, Noordhuizen-Stassen EN, Grommers FJ (1998)

Undesirable side effects of selection for high production efficiency in farm

animals: a review. Livest Prod Sci 56: 15-33.

. Marrie TJ, Langille D, Papukna V, Yates L (1989) Truckin’ pneumonia—an
outbreak of Q fever in a truck repair plant probably due to aerosols from
clothing contaminated by contact with newborn kittens. Epidemiol Infect 102:

119-127.

20.

21.

22.

23.

24.

25.

July 2012 | Volume 7 | Issue 7 | e42364



