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Abstract
With the ultimate aim of containing the emergence of resistant bacteria, a Dutch policy was
set in place in 2010 promoting a reduction of antimicrobial use (AMU) in food-producing animals. In this context, a study evaluated strategies to curb livestock-associated methicillin
resistant Staphylococcus aureus (LA-MRSA). Fifty-one veal calf farms were assigned to
one of 3 study arms: RAB farms reducing antimicrobials by protocol; RAB-CD farms reducing antimicrobials by protocol and applying a cleaning and disinfection program; and Control farms without interventions. MRSA carriage was tested in week 0 and week 12 of 2
consecutive production cycles in farmers, family members and veal calves. Interventions
were validated and a cyclic rise in MRSA-prevalence in animals was shown with a more
moderate increase in RAB farms. Prevalence in humans declined parallel over time in the
study arms but RAB farms were at the lowest MRSA levels from the beginning of the study.
In RAB-CD farms, human and animal prevalence did not differ from Control farms and
MRSA air loads were significantly higher than in the other study arms. Mimicking the
national trend, an overall AMU decrease (daily dosages per animal per cycle (DDDA/C))
was observed over 4 pre-study and the 2 study cycles; this trend did not have a significant
effect on a set of evaluated farm technical parameters. AMU was positively associated with
MRSA across study arms (ORs per 10 DDDA/C increase = 1.26 for both humans (p = 0.07)
and animals (p = 0.12 in first cycle)). These results suggest that AMU reduction might be a
good strategy for curbing MRSA in veal calf farming, however the specific cleaning and
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disinfecting program in RAB-CD farms was not effective. The drop in MRSA prevalence in
people during the study could be attributed to the observed long-term AMU decreasing
trend.

Introduction
Livestock-associated methicillin resistant Staphylococcus aureus (LA-MRSA) and specifically
sequence type (ST) 398 has emerged in food producing animals with pigs and veal calves as the
biggest animal reservoir [1–3]. The public health concern rose in 2005 when LA-MRSA was
seen to be transmitted to farmers and family members with the implicit risk of introduction
into community and hospitals [2]. Although illness attributed to LA-MRSA in humans appears
to be uncommon, this reservoir can significantly contribute to the overall MRSA carriage, especially in countries with low MRSA prevalence [4–6]. In the Netherlands, of all new MRSA isolated through screening of patients in 2013, 33% were attributed to have livestock origin (i.e.
ST398) [7].
Dynamics of MRSA carriage in veal calves appears to be cyclic; an initial low MRSA prevalence after the empty barn period, at the beginning of a new production cycle, is followed by a
steep rise in prevalence as the cycle continues [8]. In general, rose veal calf farms are at lower
risk for MRSA carriage than white veal calf farms [9]. Identified risk factors for MRSA prevalence in calves include farm hygiene, group treatment with antimicrobials and age of the calves
[9]. In humans, direct and intensive animal contact seems to be the major force driving MRSA
carriage [3,10]. Higher environmental contamination with MRSA has also been associated to
higher MRSA levels in animals and exposed humans [10,11]. Nonetheless, the multifactorial
nature of MRSA dynamics results in an intricate web of risk factors that complicate the identification of straightforward measures to curb MRSA prevalence in animals and humans [9].
The use of antimicrobials as growth promoters in animals was banned by the EU in 2006 in
an approach to diminish the risk of emerging antimicrobial resistant bacteria. The Dutch government also launched a policy in 2010 to reduce antimicrobial use (AMU) in animals nationwide [12]. The target was set for a 50% AMU reduction by 2013 compared to 2009 together
with a transparent benchmarking at the farm level to identify persistent high consumers [12–
14]. In the veal calf sector, a decreasing trend already started in 2007, since then consumption
levels were reduced by 48% in 2013 [13].
This work presents the results and experiences from an intervention study aimed at reducing MRSA in animals and humans in veal farms. The effect on MRSA carriage of the sole
reduction in AMU, or its combination with a cleaning and disinfection program between
cycles, was compared with a control group over a 12-week period in two consecutive production cycles. Additionally, a risk factor analysis was done to identify associations with MRSA
that could give shape to other interventions in the future. Finally, a long term effect of AMU
reduction on several farm technical and production parameters was evaluated.

Materials and Methods
Study design overview
A total of 51 farms (3x17) were followed up over a period of 12 weeks starting at the beginning
of 2 consecutive production cycles and they were assigned to three different study arms. All
farms were visited from the end of 2010 to the end of 2012 and met the following inclusion criteria: implemented all-in-all-out system; no other livestock in large scale apart from veal calves;
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one unique location for all the stables or farm; veal calf farmers not working in another animal
sector and not operating in other farms; preference for selection was given to farms in the proximity of Utrecht, the Netherlands. A more detailed description on the veal calf production
chain for a better understanding of the sector is given by Bos et al [9].
Two intervention groups and a control group composed of 17 farms each were followed up
during the study period. The farms were recruited in triplets to ascertain comparability. Each
triplet was selected at a same time point within the same cooperative having the same breed of
calves and comparable production parameters (mainly mortality and AMU in previous cycles).
Each farm within a triplet was randomly assigned to one of the 3 following study arms: intervened farms reducing AMU by a protocol (named RAB arm); intervened farms reducing AMU
by a protocol and applying cleaning and disinfection program of stables (RAB-CD arm); and
control group of farms where no interventions were implemented (Control arm).

Guided reduction of antimicrobial use in RAB and RAB-CD arms
The protocol for AMU reduction in RAB and RAB-CD arms promoted individual treatments
and focused on limiting group treatments by favoring a transition from treating whole herds to
treating herds partially. When applying start treatments (i.e. prophylactic mass treatment at
the start of a production cycle—after this study no longer allowed according to Dutch regulations), intervened farms could not use combinations of more than one antibiotic. They were
only allowed to initiate any group treatment (including start treatments) in the following conditions: i) more than 4% of new cases of illness occurring in the herd within 24 hours; ii) at
least 10% rise in new cases of illness happening during 5 consecutive days; iii) treatments
under the supervision of a veterinarian; iv) milk feeding circuits cleaned by circulating 1 kg of
detergent (SUN powder) per 250L of water at 50°C through the feeding tubes between administrations of antimicrobials. Veterinarians guided farmers to implement the AMU reduction protocol and reported compliance to the researcher by using a checklist on the aforementioned
conditions for each of the group treatments applied.

Cleaning and disinfection program in RAB-CD arm
A professional cleaning and disinfection program was applied in RAB-CD farms before the
start of the study production cycles. The goal was to reduce or eliminate MRSA and other bacteria present in the stables. Cleaning was done by soaking with water (6 hours to wet dirt),
applying foam gel (Biogel, CID LINES N.V., Ieper, Belgium) (10–60 minutes of contact time)
with a high pressure foam lance (50–150 bar) and clearing with high pressure water jet. The
day after, disinfection was done with VIROCID (Alkyl dimethyl benzyl ammonium chloride,
didecyl dimethyl ammonium chloride, Glutaraldehyde) (CID LINES N.V., Ieper, Belgium). In
natural ventilated stables, 0.3L water/m2 with 0.25–0.5% of VIROCID were sprayed and, in
mechanical ventilated stables, 4L water/m3 with 1-2L of VIROCID were fogged. After drying,
slake lime was spread in the stables. The feed kitchen and buckets were also cleaned and new
artificial nipples were provided in farms using this system for milk supply. Since professional
companies were contracted for application of the protocol, compliance with each of the steps
for cleaning and disinfection was not formally assessed. Surfaces in each of the farm stables
were stamped with an agar plate to check the level of contamination after application of the
program. In total 20 stamped samples were taken in each stable of the 17 farms (4 from the
grid floors, 2 from floor in walk ways, 1 from walls of walk ways, 2 inside feeding buckets, 1 in
the bottom of feeding buckets, 2 in the fences of the pens, 2 in the feed fence, 3 from the walls
of pens, 1 in the floor of feeding kitchen, 1 in the wall of feeding kitchen and 1 outside the
mixer). Three farms from the other study arms were randomly selected as controls from the
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RAB (n = 1) and Control arms (n = 2) to validate the cleaning and disinfection program. These
farms applied their routine cleaning procedure and the level of bacterial contamination was
likewise checked in each of their stables, just before the first production cycle.

Evaluation of MRSA levels in veal calves, in the human study population
and in environmental dust
MRSA carriage was assessed at 4 sampling moments (week 0 and week 12 in the 2 consecutive
cycles). The timing of sampling was motivated by an earlier study which had shown that in
veal farming there is a marked increase in the prevalence of MRSA carriage in calves, which
levels off around week 12 and stabilizes for the remained of the production cycle [8]. Nasal
swabs in veal calves and humans were inserted in the nostril and rotated once. During the first
production cycle (first 2 sampling moments) animal swabs were taken and analyzed in 10
pools of 6 swabs each (60 animals per farm). During the second production cycle (last 2 sampling moments), the study protocol changed and animal samples were analyzed individually to
obtain more precise prevalence estimates. As a rule of thumb, the square root of number of animals in the farm was considered as an appropriate sample size in this second cycle (n = 13 to
40 animals). An extensive questionnaire on farm characteristics was filled out at the beginning
of the study and items on sorting of calves and on cleaning and disinfection of stables were collected at the beginning of the study cycles. Swabs from farmers, family members and employees
were also collected (n = 206). On day 0 of the first production cycle, swabs in liquid transport
medium (ESwab, Copan, Brescia, Italy) were taken by field workers in the majority of participants or by self-sampling. Dry cotton swabs (Copan, Brescia, Italy) were used to self-sample
the nose of humans during all other sampling moments. Instructions including photographs in
case of self-sampling were provided to participants. All swabs were immediately taken to the
laboratory or sent by surface mail and processed within 24 hours after arrival. All participants
signed an informed consent form. The protocol of the study was approved by the Medical Ethical Committee of the University Medical Center Utrecht (permit number: 10-471/K). Approval
from an animal ethics committee was not required. The collection of nasal swabs from animals
was in compliance with the Dutch law for animal welfare and did not fall under the Dutch
Experiments on Animals Act (1996) or Directive 2010/63/EU.
Passive dust samples were taken on day 0 and week 12 of the first production cycle by placing 4 Electrostatic Dust Collectors (EDCs) (Zeeman, Utrecht, The Netherlands) on different
surfaces inside the stables [15]. The EDCs were left in place during a period of 2 weeks and sent
by surface mail to the laboratory. Upon arrival, EDC samples were stored at -20°C until DNA
extraction and quantitative analysis [15].

Laboratory analysis
Nasal swabs from calves were tested for MRSA and confirmed by PCR following standard procedures previously described [16]. Estimates of MRSA air loads (i.e. dust deposition) were
given in colony-forming units (CFU) per EDC and nasal swabs from humans were analyzed as
previously described by PCR [10]. Real-time (RT) PCR targeted at C01 gene was done for confirmation of ST398 in all MRSA-positive animal, human and dust samples.
Stamped samples for assessment of compliance with the cleaning and disinfection program
in the RAB-CD arm were analyzed by an external commercial laboratory (Silliker Netherlands
BV); samples were taken using RODAC (Replicate Organism Detection and Counting) plates,
containing Trypticase Soy Agar with Lechitin and Polysorbate 80. When ready to use, the lid of
the plate was removed and gently touched the surface or area/equipment to be sampled. After
incubation at 37°C for 21 ± 3h hours, all colonies were counted. The level of bacterial
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contamination of the surfaces was ranked from 0 to 4 meaning: 0 = no colonies found (named
excellent rank), 1 = 1–40 colonies found (named good rank), 2 = 41–120 colonies found
(named moderate rank), 3 = 121–400 colonies found (named poor rank), 4 = > 400 colonies
found (named heavily contaminated rank). For quality control, a RODAC plate not being
stamped was used as negative control and a RODAC plate stamped in a surface certainly dirty
was used as positive control.

Data on antimicrobial use
Information on AMU was available for 4 consecutive pre-study production cycles and for the 2
study cycles. In each farm, AMU was calculated as defined daily dosages per animal per cycle
(DDDA/C) for each of the 4 baseline and 2 study cycles. A detailed description of this calculation is given by Bos et al. [12] with the difference that in the present work, daily dosages are
expressed per cycle and total animal mass present in the farm (weight no. animals) uses
weights at the moment of prescription obtained from growth curves. For interpretation of the
results, a DDDA/C of 1 means that the average animal in the population was exposed to antimicrobials for one day during the cycle (approximately 6 months).

Data on technical and production parameters
Four different sector integrations provided farm-based data during the 4 consecutive pre-study
cycles and the 2 study cycles. The following parameters were available for evaluation: i) percentage of mortality in calves; ii) final weight of carcasses in kg; iii) costs of veterinary care; iv)
duration of the production cycle in days. Additionally, a parameter on age of death calves was
available only in farms from 3 integrations. All parameters were mean standardized from each
specific integration average. Despite slight differences in data processing and calculations made
by the integrations, all results presented in this work are product of a joint analysis. A sensitivity analysis by integration yielded similar results and justified this approach (not shown).

Data analysis
All statistical analyses were performed using SAS software version 9.4 (SAS institute Inc., Cary,
North Carolina, USA). Baseline comparability of study arms was checked on all items of the
questionnaires and also in technical parameters (in the 4 pre-study cycles) by ANOVA or Chi
squared / Fisher’s exact tests. Descriptive analysis determined the mean cross-sectional prevalence on each of the 4 sampling moments per arm of intervention in the human study population and in animals.
AMU was evaluated in the 3 study arms during 4 pre-study baseline production cycles and
during the 2 study cycles. Compliance with the cleaning and disinfection program was checked
with the mean rank of bacterial contamination in the 20 samples/stable taken from RAB-CD
farms against the 3 randomly selected farms from the other arms and against the positive and
negative controls taken in each stable. The mean ranks by sampled surface in the two consecutive study cycles were also compared through ANOVA.
MRSA presence/absence in animals was modelled per cycle (at pool level in first cycle and
individual level in second cycle), and in humans it was modelled with the 2 cycles together.
Evaluation of the effects of study arms for MRSA in animals and humans, and the risk factor
analysis for MRSA in animals, accounted for clustering at farm level and the repeated measurements design. For this purpose, PROC GLIMMIX was used to fit univariate generalized linear
mixed models with random intercept for farm and simple covariance structure adjusting for
sampling moment (included as factor). Interaction terms between study arm and sampling
moment were considered to test for intervention effects over time. This approach allowed to
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observe temporal differences in a change in prevalence in each of the intervention arms, in
comparison with the control arm. Determinants presented in the risk factor analysis for a
pooled sample or an animal to be MRSA-positive complied with the following criteria in at
least one study cycle: i) less than 10% missing observations; ii) more than 10% of observations
in each of the categories of a variable; iii) p-value  0.10. A multiple regression model for animal MRSA-positivity was built by backward elimination from 2 full models containing variables with p<0.2 in the univariate analysis for each of the production cycles.
The MRSA-AMU association (independently of study arm) was evaluated in animals and
humans as described above. AMU was normally distributed and no transformation was needed
for analysis. For this sub-analysis, two different strata were considered in humans: i) people
working 20 or more hours per week in the farm (defined as farmers for the purpose of this
paper); ii) people working less than 20 hours (defined as family members).
Environmental contamination with MRSA was explored by calculating proportions of
MRSA-positive EDCs and means CFU/EDC for each study arm that were tested with Chi
squared / Fisher’s exact tests or ANOVA respectively. CFU counts were log transformed since
they followed a right-tailed distribution. PROC LIFEREG was used for left-censored tobit
regression to obtain a more accurate estimate of average levels in the form of geometric means
(GMs) of CFU/EDC accounting for the large proportion of undetectable values [10].
The effects of study arm during the study period and long term AMU (considering the 4
pre-study cycles) were evaluated for each technical parameter by fitting univariate linear mixed
models with random intercept for farm and simple covariance structure. Significant interactions between AMU, study arm and time were presented.

Results
Baseline comparability of study arms
All the 51 farms assigned to one of the three study arms had comparable baseline characteristics and production parameters. Chi-squared or Fisher’s exact test in categorical variables or
ANOVA in numerical variables did not show significant differences by arm of intervention for
most of the questionnaire items (n = 61) at baseline. On each farm, only white calves were present and the average farm had 800 calves (SD = 301.5, min = 180 max = 1670). All farms applied
treatments with antimicrobials at the beginning of the production cycle as routine (n = 42) or if
necessary (n = 8) mostly using oxytetracycline (n = 49). However, administration of colistin as
initial treatment significantly differed by study arm; there were more farms using colistin in the
RAB-CD arm (n = 15) in comparison with RAB and Control arms (n = 5 and 7 respectively).
Characteristics of the human study population are presented in Table 1. RAB-CD and Control farms had significantly higher proportion of farmers (from 45 to 47%) as compared to
RAB farms (27%) (Chi-squared test p-value = 0.02).

Validation of interventions in RAB and RAB-CD arms: use of
antimicrobials during the study and cleaning and disinfection program
Overall, a marked downward trend in AMU (i.e. DDDA/C) was observed during the 4 prestudy and the 2 study production cycles. The reduction in AMU was explained by a reduction
in the number of group treatments. The number of individual treatments remained at low levels without significant changes over time (Fig 1).
Study arms had similar AMU before the beginning of the study (Fig 1); Control farms had a
slightly, but statistically non-significantly higher AMU (mean DDDA/C during pre-study
cycles = 44) than intervened farms (mean DDDA/C during pre-study cycles = 42). The level of
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Table 1. Characteristics of the human population from an intervention study performed in 51 veal calf farms to reduce MRSA carriage, the Netherlands 2010–2012.
Arm of study
RAB

Descriptive statistic

RAB-CD

Control

All farms

Mean age (standard deviation)

26.1 (18.1)

32.4 (18.1)

30.8 (18.2)

29.5 (18.3)

Median number of working hours (interquartile range)

5.0 (0–30)

10 (0–35)

8.5 (0–32)

7 (0–32)

Total no. of people
By working hours a
By sex
By sex and working hours

78

63

65

206

Farmers b

23 (27%)

27 (47%)

26 (45%)

76 (43%)

Family members b

40 (63%)

30 (53%)

32 (55%)

102 (57%)

Male

46 (59%)

35 (55%)

29 (45%)

110 (53%)

Female

32 (41%)

28 (45%)

36 (55%)

96 (46%)

b

19 (50%)

17 (52%)

17 (63%)

53 (54%)

Male family members b

19 (50%)

16 (48%)

10 (37%)

45 (46%)

Female farmers b

4 (16%)

10 (42%)

9 (71%)

23 (29%)

Female family members b

21 (84%)

14 (58%)

22 (29%)

57 (61%)

Male farmers

MRSA, livestock-associated methicillin resistant Staphylococcus aureus; RAB, farms reducing antimicrobials by protocol; RAB-CD, farms reducing
antimicrobials by protocol and applying a cleaning and disinfection program; Control, farms without interventions.
Farmers: 20 or more working hours per week in the farm; family members: less than 20 working hours per week in the farm.

a
b

Note that numbers in strata of working hours do not sup up to total numbers because there are missing values for the variable number of working hours

per week in the stables.
doi:10.1371/journal.pone.0135826.t001

Fig 1. Mean antimicrobial use (as defined daily dosages per animal and cycle (DDDA/C)) and 95%
confidence interval in 51 veal calf farms during 4 pre-study production cycles (ps-c1 to ps-c2) and the
2 study cycles (s-c1 and s-c2) for group treatments (3 upper lines) and individual treatments (3 lower
lines), the Netherlands 2009–2012. For assessing baseline comparability, study arms are also shown
during the pre-study cycles before assignment to any intervention. RAB, farms reducing antimicrobials by
protocol; RAB-CD, farms reducing antimicrobials by protocol and applying a cleaning and disinfection
program; Control, farms without interventions.
doi:10.1371/journal.pone.0135826.g001
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compliance with the protocol for AMU reduction in intervened farms was satisfactory; against a
background of a general decline in AMU, RAB and RAB-CD arms achieved an additional reduction during the study compared to Control farms. A more drastic reduction in DDDA/C was
observed in RAB-CD and RAB arms (-35% and -24% respectively) compared to Control arm
(-15%), when the last pre-study period of AMU was compared to mean AMU during the study
(Fig 1). Moreover, the four conditions for applying antimicrobial group treatments in intervened farms were met at least in 75% of the applications. A significant transition for treating the
herd partially instead as a whole was observed during the study in all farms; in the first cycle
11% of all group treatments were used for just part of the herd while this proportion in the second cycle was 19% (Chi-squared test p = 0.03). This transition over time was observed especially
in intervened farms but did not significantly differ from Control farms. Considering the whole
study period, a significantly higher proportion of partial herd group treatments was observed in
RAB-CD farms followed by RAB and Control farms (24, 11 and 10% respectively, Chi-squared
test p<0.01). The mean number of group treatments (excluding starting routine treatments) per
farm and per cycle during the study was 4 (SD = 1.92) and it was not significantly different by
production cycle or by study arm. 65% of group treatments were administered for respiratory
problems, 19% for treating digestive disorders and 16% for treating other diseases.
Proportions for each of the antimicrobial classes were comparable between study arms and
are provided in S1 Fig. Considering the pre-study and study periods, 45.4% of the total antibiotic use originated from the administration of tetracyclines, 13.9% from colistin, 12.7% from
macrolides/lincosamides, 9.0% from trimethoprim/sulfonamides, 8.0% from aminoglycosides,
5.9% from penicillins and 5.2% from other classes including florfenicol (2,6%), fluoroquinolones (2.3%) and cephalosporins (0.3%). Percentages remained similar during the 4 pre-study
cycles, but a manifest decrease was observed specially in colistin during the 2 study cycles
(17.1% in pre-study and 4.9% in study period).
Cleaning of stables with only high pressure water between cycles is a common practice that
was done by farmers in 14 RAB farms and in 16 Control farms; the regular cleaning in these
farms never included the use of soaking agents, disinfectants or cleaning of baby boxes. Farms
in the RAB-CD arm complied with the cleaning and disinfection program and, according to
the level of bacterial contamination assessed by the stamp samples, were cleaner at the start of
a new cycle. The 3 farms used as controls in the bacteriological assessment (from RAB and
Control arms), evaluated in the first cycle, were ranked as poor (mean CFU rank = 2.8;
SD = 1.25), while RAB-CD farms were ranked as good (mean CFU rank = 1.10, SD = 0.45)
(ANOVA p<0.01). The mean CFU rank in all the stamped samples from RAB-CD farms
accounting for the 2 consecutive cycles was 1.02 (SD = 0.45). All negative controls in the 2
cycles had a CFU rank of 0, and 71 positive controls ranked 4 except one with a rank of 2.
When the cleaning and disinfection program was applied the second time, before the beginning
of the second cycle, stables were slightly cleaner (mean CFU rank after first cleaning and disinfection = 1.10, SD = 0.45; mean CFU rank after second cleaning and disinfection = 0.94,
SD = 0.44; ANOVA p = 0.12). There was a significant difference (ANOVA p = 0.02) between
the level of bacterial contamination after the first cleaning and disinfection for grid floor samples (mean CFU rank = 1.25, SD = 0.59), which was higher than after the second time (mean
CFU rank = 0.88, SD = 0.72). The same trend was observed among samples taken in floor and
walls of walk ways, walls of pens, and walls of the stable kitchen (ANOVAs p-values<0.12).

MRSA prevalence in veal calves and intervention effects
The MRSA prevalence considerably increased from the entrance of animals in the farm to
week 12 (Fig 2) and this pattern was reproduced in both study cycles. The rise in prevalence
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Fig 2. Mean MRSA prevalence and 95% confidence interval in veal calves from 51 farms during an
intervention study to reduce MRSA carriage, the Netherlands 2010–2012. Prevalence is estimated using
pooled samples in the first production cycle and individual samples in the second cycle. RAB, farms reducing
antimicrobials by protocol; RAB-CD, farms reducing antimicrobials by protocol and applying a cleaning and
disinfection program; Control, farms without interventions; MRSA, methicillin resistant Staphylococcus
aureus.
doi:10.1371/journal.pone.0135826.g002

over time was significantly flattened in RAB farms as compared to Control farms while
RAB-CD farms showed an intermediate trend. Mixed models including study arm and sampling moment showed no significant differences between study arms at baseline in each of the
cycles. However, the likelihood of an MRSA-positive sample (expressed as Odds Ratio (OR))
was 2 to 3 times higher in Control and RAB-CD farms than in RAB farms in week 12 of both
cycles (Table 2). Overall, MRSA prevalence was lower in the second production cycle. This is at
least partially explained by the different sampling strategy (pooled samples in the first cycle
versus individual samples in the second cycle) but can also be the result of the observed AMU
reduction.
Large differences in prevalence change between the study arms were also shown by statistically significant interactions between sampling moment and intervention (overall p-value of
0.05 in first cycle and <0.01 in second cycle). The higher precision and thus stronger statistical
significance for the second cycle is likely the result of the use of individual samples. The differences between study arms were statistically significant for the comparison between RAB and
Control farms in week 12. RAB-CD farms did not significantly differ from Control farms.
From all the MRSA-positive pooled samples (n = 323 during cycle 1) and individual samples
(n = 554 during cycle 2) retrieved in the study, 97.6% were sequence type (ST) 398.

MRSA prevalence in the human study population and effect of study
arms
Out of the 206 people in the study, 193 were assessed during the 4 sampling moments. There
was an overall decreasing trend for human MRSA carriage from the first to the second study
cycle (Fig 3). During the first production cycle there was a downward parallel trend for MRSA
prevalence in all study arms (Fig 3). The same was true for the second cycle except for RAB
farms, were there was an increase in MRSA prevalence from the beginning of the cycle to week
12 (Fig 4). Overall, the proportion of MRSA-positive people in Control farms was the highest
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Table 2. ORs for a pooled sample (in the first cycle) and an individual animal (in the second cycle) to be MRSA-positive in an intervention study
performed in 51 veal calf farms to reduce MRSA carriage, the Netherlands 2010–2012.
1st production cycle: ORs for a pooled sample to be
MRSA-positive
Sampling moment-Arm of
study

MRSA-positive/N
total a

OR

Week 12—Control

95/170

9.70

Week 12—RAB-CD

79/170

Week 12—RAB

57/170

95% CI

Wald P-value

2nd production cycle: ORs for an individual animal
sample to be MRSA-positive
MRSA-positive/N
total c

OR

b

95% CI

Wald P-value

3.62–
26.03

<0.01

183/478

13.69

4.07–
46.00

<0.01

5.97

2.24–
15.87

<0.01

171/465

14.72

4.69–
49.31

<0.01

3.08

1.76–5.39

<0.01

111/488

6.35

3.95–
10.20

<0.01

b

Week 0—Control

33/170

1.17

0.42–3.25

0.77

26/482

0.56

0.15–2.02

0.37

Week 0—RAB-CD

32/170

1.31

0.48–3.62

0.60

37/465

1.44

0.41–5.03

0.57

Week 0—RAB

27/170

Ref.

-

26/488

Ref.

-

-

-

Results from generalized linear mixed models accounting for clustering at farm level in which study arm and sampling moment were grouped in a single
determinant to evaluate interaction effects (i.e. differential effects by arm of intervention and time). MRSA, methicillin resistant Staphylococcus aureus;
RAB, farms reducing antimicrobials by protocol; RAB-CD, farms reducing antimicrobials by protocol and applying a cleaning and disinfection program;
Control, farms without interventions; Ref., reference category of the variable.
a
17 farms per arm of intervention, 2 sampling moments and 10 pooled samples per farm.
b

Overall p<0.01.

c

17 farms per arm of intervention, 2 sampling moments and a mean of 28 animals sampled per farm.

doi:10.1371/journal.pone.0135826.t002

(20.9%) closely followed by RAB-CD farms (17.0%) and in RAB farms it was the lowest (7.2%)
(Fig 3).
Trends in MRSA prevalence over time between the study arms during the study were not
significantly different (i.e. no significant interaction between sampling moment and intervention). A significantly lower MRSA prevalence was observed at the start of the study in RAB
farms, indicative of potential selection bias. Evaluating the whole study, the probability for carrying MRSA was 81% lower in people living and/or working in RAB farms as compared to
Control farms (OR = 0.19, 95% confidence interval (CI) = 0.07–0.53, Wald p<0.01) (main
effect of study arms p<0.01). The differences in human MRSA probability between RAB-CD
and Control arms were, however, only significant in the group of farmers (working 20 or more
hours per week) (main effect of study arms p<0.01). Associations were not statistically significant in those working less than 20 hours per week (OR for being MRSA-positive in RAB-CD
arm = 0.78, 95%CI = 0.31–1.96, Wald p = 0.59).
From all the MRSA-positive human samples (n = 120) retrieved during the study, 90% were
ST398.

Environmental contamination with MRSA
Data on the presence of MRSA in settled dust, assessed by the EDCs, was only available for the
first study production cycle.
Indications of a possible negative effect of the cleaning and disinfection protocol in RAB-CD
farms were observed. MRSA air load dramatically increased from the beginning of the cycle to
week 12 in all study arms but, interestingly, CFU counts in EDCs were at least twice as high in
the RAB-CD farms as compared to RAB and Control farms (Table 3). ST398 was present in
90.9% of all the MRSA-positive EDCs.
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10 / 21

Interventions Reducing Livestock-Associated MRSA in Veal Farms

Fig 3. Mean MRSA prevalence and 95% confidence interval in farmers and family members from 51
veal calf farms during an intervention study to reduce MRSA carriage, the Netherlands 2010–2012.
RAB, farms reducing antimicrobials by protocol; RAB-CD, farms reducing antimicrobials by protocol and
applying a cleaning and disinfection program; Control, farms without interventions. MRSA, methicillin
resistant Staphylococcus aureus.
doi:10.1371/journal.pone.0135826.g003

AMU-MRSA association in veal calves and humans evaluated
independently of study arm
During the first production cycle, the overall association between AMU and MRSA in veal
calves had an OR of 1.26 per 10 DDDA/C increase (95% CI = 0.90–1.63, p = 0.12). At the first
time point of this cycle, the association was stronger with an OR of 1.48 (95%CI = 1.06–2.06),
while in week 12 the association was weaker with an OR of 1.11 (95% CI = 0.82–1.52). AMU
was not associated to MRSA in the second cycle (OR per 10 DDDA/C = 1.15, 95%CI = 0.78–
1.69, p = 0.48) (Table 4).
Interestingly, higher AMU was also related to increased probability for human MRSA carriage. The univariate OR for a person to be MRSA-positive per 10 DDDA/C increase during the
whole study was 1.26 (95% CI = 0.99–1.62, p = 0.07). The association was less significant in the
stratified analysis for farmers (OR = 1.20, 95% CI = 0.87–1.67, p = 0.27) and for family members (OR = 1.39, 95% CI = 0.85–2.28, p = 0.19). The number of hours working in the farm was
the strongest determinant for MRSA in humans (OR per 10 hours increase = 1.68, 95%
CI = 1.42–1.98, p<0.01). Nonetheless, a bivariate model adjusting for number of working hours
did not significantly changed the estimate for AMU on human MRSA prevalence (OR adjusted
per 10 DDDA/C increase = 1.27, 95% CI = 0.96–1.69, p = 0.10). The effect size of AMU on
human MRSA carriage did not change by sampling moment (i.e. interactions time-AMU were
never significant). Overall association during the study was not found between prevalence in
calves and MRSA in humans (OR per 10% increase in animal prevalence = 1.06, 95%
CI = 0.94–1.18, p = 0.34).

Farm management and characteristics associated to MRSA in calves
during the study
Herd size-effect (i.e. number of calves) was not associated to MRSA (Table 4). This was the only
variable forced into the models, because of a priori indications of the relevance of herd size.
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Fig 4. Mean and standard error for each of the standardized (STD) technical parameters in 51 veal calf farms during 4 pre-study production cycles
(ps-c1 to ps-c2) and the 2 study cycles (s-c1 and s-c2), the Netherlands 2009–2012. For assessing baseline comparability, study arms are also shown
during the pre-study period before randomization to any intervention. RAB, farms reducing antimicrobials by protocol; RAB-CD, farms reducing antimicrobials
by protocol and applying a cleaning and disinfection program; Control, farms without interventions.
doi:10.1371/journal.pone.0135826.g004

The following were risk factors for MRSA with statistical significance in at least one study
cycle: origin of the calves in the Netherlands or neighboring countries instead of imported
from not neighboring countries, longer duration of initial treatments with antimicrobials,
higher number of stables, lower minimum temperatures in stables, natural ventilation instead
of mechanical, and presence of sheep and free-ranging cats (Table 4). Borderline significant
determinants increasing the probability for MRSA in calves were: decreased weight when calves
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Table 3. Environmental contamination with MRSA in veal calf stables during the first production cycle of an intervention study performed in 51
farms to reduce MRSA carriage, the Netherlands 2010–2012.

No. MRSA-positive EDCs/ total EDCs (%):

b

Mean MRSA CFU/EDC (SD ):

d

e

GM MRSA CFU/EDC (p-value ):

RAB farms

RAB-CD farms

Control farms

Complete cycle

21/114 (18.4)

44/130 (33.9)

29/118 (24.6)

0.02 a

Time 0

0/60 (0)

7/66 (10.6)

2/64 (3.1)

0.01 a

Week 12

21/54 (38.9)

37/64 (57.8)

27/54 (50.0)

0.12 a

Complete cycle

17.2 (43.3)

61.8 (155.4)

24.1 (51.4)

<0.01 c

Time 0

0 (0)

28.6 (82.8)

7.9 (43.0)

0.01 c

Week 12

35.4 (56.9)

93.9 (197.9)

42.2 (54.3)

0.03 c

Complete cycle

2.9 (0.24)

9.1 (0.04)

4.6 (Ref.)

0.01 f

Time 0

0 (0.19)

0.44 (0.07)

0.06 (Ref.)

0.01 f

Week 12

14.5 (0.31)

30.8 (0.18)

20.4 (Ref.)

0.06 f

P-value

P-values <0.05 are in boldface. MRSA, methicillin resistant Staphylococcus aureus; RAB, farms reducing antimicrobials by protocol; RAB-CD, farms
reducing antimicrobials by protocol and applying a cleaning and disinfection program; Control, farms without interventions; CFU, colony-forming units;
EDC, electrostatic dust collector; Ref., reference category of the variable.
a
b

p-values among proportions are calculated with Chi-squared / Fisher’s exact tests.
Standard deviation.

c

p-values for the difference in means obtained from ANOVA.

d

Geometric mean (antilogged results from tobit regression).
p-values in brackets indicate the difference with the reference category (control farms).

e
f

overall p-values from tobit regression.

doi:10.1371/journal.pone.0135826.t003

enter the baby boxes, longer periods before releasing calves from baby boxes, and presence of
pets in the farm (Table 4). Determinants presented in Table 4 were independent from each
other, pairwise correlation between them revealed a low level of correlation (all Spearman and
Pearson rho’s<0.5). The final multiple regression models for both production cycles indicated
that origin of the calves, presence of free-ranging cats, ventilation and number of stables were
the most relevant determinants for MRSA positivity (Table 5).

Evaluation of the effects of long term AMU reduction on farm technical
parameters
With regard to baseline, only mean veterinary costs were slightly higher in the Control arm
than in the intervention arms (ANOVA p = 0.10, mean standardized veterinary costs of 0.8,
0.1, -0.3 for Control, RAB-CD and RAB arms respectively). The trends in technical parameters
by study arm over the pre-study and study cycles are presented in Fig 4.
During the study period, production parameters did not significantly differ by study arm.
Only duration of the production cycle showed a trend towards increased values in intervened
farms compared to Control farms. Veterinary costs significantly increased with higher AMU
(Fig 4 and Table 6 (models 1 and 2).
Modelled longitudinal long term trends (i.e. over the pre-study and study periods together)
are displayed in Table 6 (model 3) showing the following: i) a significant increase in mortality
over time, but not associated to the decreasing AMU trends (i.e. neither DDDA/C main effect
nor DDDA/C-time interaction were significant); ii) veterinary costs positively associated to
AMU and time; iii) significantly increased duration of the cycles as the DDDA/C decreased
over time (i.e. significant and negative DDDA/C-time interaction).
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Table 4. Farm characteristics associated to MRSA in veal calves during the study period in the 51 farms, the Netherlands 2010–2012.
1st production cycle: ORs for 2nd production cycle: ORs for
a pooled sample to be MRSA- an individual animal sample to
positive
be MRSA-positive
Variable a

Category

Nb

OR

95% CI

P-value

Nb

OR

95% CI

c

P-value
c

Number of veal calves d

Per 300 animals increase
(numerical)

1020 1.23 0.86–1.77 0.26

2866 1.05 0.67–1.64

0.82

Origin of veal calves e

Just from the Netherlands

160

2.98 0.93–9.58 0.07

361

2.47 0.58–
10.47

0.22

The Netherlands or neighbor
country

640

3.57 1.46–8.73 0.01

1738 6.96 2.46–
19.71

<0.01

Ref

713

-

Not neighbor country

220

Weight (Kg) when calves enter the baby boxes
(mean = 46.5)

Per 5 kg increase (numerical)

1020 0.73 0.50–1.09 0.13

No. days that calves remain in the baby boxes
(mean = 34.5)

Per 5 days increase (numerical) 980

No. days of initial treatment with antimicrobials

-

-

Ref. -

2866 0.62 0.37–1.02

0.06

1.16 0.98–1.34 0.08

2543 1.28 0.98–1.69

0.07

7 to 10 days

320

2.09 1.02–4.31 0.05

987

5 days

680

Ref. -

1827 Ref. -

AMU during the cycle (DDDA/C) d

Per 10 DDDA/C increase
(numerical)

980

1.26 0.90–1.63 0.12

2800 1.15 0.82–1.63

0.48

Number of stables

4 to 6

100

3.31 1.04–
10.55

0.04

329

0.41

1 to 3

920

Ref. -

-

2537 Ref. -

<10°C

120

1.46 0.43–5.03 0.54

342

Between 10 to 15°C

640

0.63 0.28–1.46 0.28

1794 1.24 0.43–3.59

Between 15 to 20°C

260

Ref. -

730

Mechanical

240

0.63 0.28–1.39 0.25

2077 0.32 0.12–0.83

Natural

780

Ref. -

789

Ref. -

Yes

240

1.59 0.69–3.69 0.28

705

2.79 0.99–1.85

No

780

Ref. -

2161 Ref. -

Minimum temperature in stables

f

Ventilation of stables
Presence of sheep in the farm
Presence of free-ranging cats in the farm
Presence of pets in the farm

-

-

1.47 0.56–3.84

1.90 0.42–8.73

Ref. -

Yes

540

2.47 1.25–4.88 0.01

1549 3.29 1.36–7.94

480

Ref

1317 Ref. -

-

Yes

660

1.95 0.93–4.07 0.08

1890 2.15 0.83–5.55

No

360

Ref. -

976

-

-

5.67 1.21–
26.43

No

-

0.44
-

Ref. -

0.03
0.69
0.02
0.05
0.01
0.11
-

Univariate results from generalized linear mixed model accounting for clustering at farm level and adjusting for sampling moment. P-values <0.05 are in
boldface. MRSA, methicillin resistant Staphylococcus aureus; Ref., reference category of the variable; AMU, antimicrobial use; DDDA/C, deﬁned daily
dosages per animal per cycle.
a

Presented variables comply with the following criteria in at least one study cycle: i) less than 10% missing observations; ii) more than 10% of

observations in each of the categories of a variable; iii) p  0.10.
b
Maximum number of observations: i) in ﬁrst cycle n = 1020 pools (10 pools in 51 farms in 2 sampling moments); ii) in the second cycle n = 2866 animals
(mean of 28 animals sampled per farm in 51 farms in 2 sampling moments).
c
d
e

Wald P-value.
Considered relevant to be evaluated irrespective of signiﬁcance.
Neighboring countries from which animals are imported: Luxemburg (8 farms), Belgium (11 farms) and Germany (29 farms). Not neighboring countries

were mostly Poland (16 farms), Latvia (5 farms) and Lithuania (13 farms). Overall p = 0.02 in ﬁrst cycle and p<0.01 in second cycle.
f
Overall p = 0.25 in ﬁrst cycle and 0.06 in second cycle.
doi:10.1371/journal.pone.0135826.t004
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Table 5. Most relevant farm characteristics associated to MRSA in veal calves obtained from the multiple regression models during the study
period in the 51 farms, the Netherlands 2010–2012.
1st production cycle: ORs for a
pooled sample to be MRSApositive
Variable a

Category

Nb

OR

95% CI

P-value

2nd production cycle: ORs for an
individual animal sample to be
MRSA-positive
Nb

OR

95% CI

c

Sampling time

Origin of veal calves

d

Number of stables

Ventilation of stables
Presence of free-ranging cats in the
farm

P-value
c

Week 0

510

0.20

0.15–
0.28

<0.01

1408

0.09

0.07–0.12

<0.01

Week 12

510

Ref.

-

-

1404

Ref.

-

-

Just from the Netherlands

160

2.36

0.78–
7.11

0.13

361

3.63

0.93–
14.20

0.06

The Netherlands or neighbor
country

640

3.11

1.33–
7.23

0.01

1738

7.07

2.58–
19.40

<0.01

Not neighbor country

220

Ref

-

-

713

Ref.

-

-

4 to 6

100

3.18

1.09–
9.22

0.03

NA

NA

NA

NA

1 to 3

920

Ref.

-

-

NA

NA

NA

NA

Mechanical

NA

NA

NA

NA

2023

0.23

0.10–0.53

<0.01

Natural

NA

NA

NA

NA

789

Ref.

-

-

Yes

540

2.14

1.11–
4.12

0.02

1495

2.25

1.01–5.02

0.05

No

480

Ref

-

-

1317

Ref.

-

-

Multiple regression associations after backward elimination from 2 full models containing variables with p<0.2 in the univariate analysis (Table 4) for each
of the production cycles. P-values <0.05 are in boldface. MRSA, methicillin resistant Staphylococcus aureus; Ref., reference category of the variable; NA,
variable not retained in the ﬁnal model.
a

Presented variables comply with the following criteria in at least one study cycle: i) less than 10% missing observations; ii) more than 10% of
observations in each of the categories of a variable; iii) p  0.10.
b

Maximum number of observations: i) in ﬁrst cycle n = 1020 pools (10 pools in 51 farms in 2 sampling moments); ii) in the second cycle n = 2812 animals

(mean of 28 animals sampled per farm in 51 farms in 2 sampling moments).
c
Wald p-value.
d

Neighboring countries from which animals are imported: Luxemburg (8 farms), Belgium (11 farms) and Germany (29 farms). Not neighboring countries

were mostly Poland (16 farms), Latvia (5 farms) and Lithuania (13 farms). Overall p = 0.03 in ﬁrst cycle and p<0.01 in second cycle.
doi:10.1371/journal.pone.0135826.t005

Discussion
This intervention study showed that lower levels of antimicrobial consumption significantly
reduced the probability for MRSA carriage in veal calves. Contrarily to the RAB-CD and Control arms, the RAB arm showed a clearly flattened prevalence rise in animals that was reproduced over the 2 study cycles. In people living and/or working in veal farms, MRSA prevalence
gradually decreased parallel in all study arms but this reduction was not associated to any specific intervention effect. Animal and human MRSA carriage in RAB-CD farms did not significantly differ from Control farms. Thus, the specific cleaning and disinfection program used in
this study was not shown to be successful, possibly because it resulted in increased MRSA air
loads. A positive quantitative trend between AMU and MRSA (independent of study arm) in
humans and animals was also demonstrated, but the study period was relatively short to establish solid links between AMU changes and MRSA dynamics. Long term trends, considering the
pre-study period, showed a significant decrease in AMU comparable to the nationwide trend.
The interventions were not associated to observed changes in technical parameters such as
mortality or carcasses weight. However, the long term trend in reduction of AMU was
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Table 6. Relations between different technical production parameters and interventions (model 1) and antimicrobial use (model 2) during the
study period in the 51 veal calf farms. Model 3 relates the technical production parameters to antimicrobial use during all the 6 available production cycles (4 pre-study and 2 study cycles). The Netherlands 2009–2012.
Models with the 2 study cycles

Standardized Technical parameter
Mortality

Mortality age c

Veterinary costs

Mean weight carcass

Duration of the cycle

Effects

Model with 4 pre-study
+ 2 study cycles

Model 1 with study
arms

Model 2 with DDDA/C

Model 3 with DDDA/C

Est. a

Est. a

p-value

Est. a

SE b

P-value

SE b

SE b

P-value

Intercept

-0.63

1.66

0.71

0.42

1.72

0.81

-0.80

0.40

0.04

Cycle (num)

-0.15

0.30

0.61

-0.14

0.30

0.64

0.12

0.05

0.02

DDDA/C

-

0.01

0.01

0.41

0.00

0.01

0.53

RAB

0.19

0.45

0.68

-

-

-

-

-

-

RAB-CD

0.52

0.44

0.24

-

-

-

-

-

-

Control

Ref.

-

-

-

-

-

-

-

-

Intercept

6.78

15.74

0.67

11.94

16.46

0.47

1.98

4.80

0.68

Cycle (num)

-1.66

2.78

0.55

-1.65

2.81

0.56

-0.38

0.64

0.55

DDDA/C

-

-

-0.13

0.15

0.38

-0.06

0.07

RAB

2.06

5.48

0.71

-

-

-

-

-

-

RAB-CD

0.623

5.46

0.91

-

-

-

-

-

-

-

-

-

2.37

0.91

-3.15

2.33

0.42

0.98

0.07

0.39

0.85

-

0.09

0.02

<0.01

-

-

-

Control

Ref.

Intercept

0.27

Cycle (num)

-0.01

DDDA/C

-

RAB

-0.66

0.85

0.44

-

-

-

RAB-CD

0.33

0.84

0.70

-

-

Control

Ref.

-

-

-

Intercept

4.78

Cycle (num)

-0.69

DDDA/C

-

RAB

-1.18

RAB-CD

-0.34

Control

Ref.

Intercept

-0.90

4.90

0.86

5.28

5.04

Cycle (num)

-0.37

0.85

0.66

-0.47

DDDA/C

-

-

-

-0.09

-

-

-

-

-

-

0.43

-

-

-

-4.22

0.68

<0.01

0.30

0.09

<0.01

0.08

0.01

<0.01

-

-

-

-

-

-

-

-

-

-

-

0.18

2.82

0.10

5.06

3.00

0.10

1.37

0.79

0.09

0.50

0.17

-0.70

0.51

0.17

-0.12

0.10

0.23

-

-0.02

0.03

0.51

-0.01

0.01

1.01

0.25

-

-

-

-

-

-

0.99

0.74

-

-

-

-

-

-

-

-

-

-

-

-

-

0.30

-5.70

2.21

0.01

0.83

0.58

1.43

0.50

0.01

0.05

0.06

0.11

0.04

0.01

-

-

0.65

-

-

-

-

-0.04

0.01

<0.01

RAB

3.56

2.24

0.12

-

-

-

-

-

-

RAB-CD

4.16

2.20

0.07

-

-

-

-

-

-

Control

Ref.

-

-

-

-

-

-

-

DDDA/C-cycle interaction

d

-

Results from linear mixed models accounting for clustering at farm level for each of the production parameters. Antimicrobial use as DDDA/C, deﬁned
daily dosages per animal per cycle. P-values <0.05 are in boldface. Ref., reference category of the variable. RAB, farms reducing antimicrobials by
protocol; RAB-CD, farms reducing antimicrobials by protocol and applying a cleaning and disinfection program; Control, farms without interventions.
a

Mean estimates obtained from mixed model for technical parameters with production cycle and DDDA/C or study arm as determinants.

b

Standard error of mean estimates.
Mortality age was only available from 2 sector integrations.

c
d

Interaction terms are only presented when there is statistical signiﬁcance (p<0.05).

doi:10.1371/journal.pone.0135826.t006
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associated with an increase in the length of a production cycle. Finally, a set of determinants
for MRSA in calves were disclosed longitudinally to possibly give shape to more refined additional future interventions.
During the 4 pre-study production cycles, a steady reduction in antimicrobial group treatments was observed in participating farms. This mirrors the nationwide decrease in AMU in
food-producing animals enforced by the Dutch Government [13,14]. Unexpectedly, this
change in group treatments did not parallel an increase in individual treatments which
remained at low and almost unchanged levels. The beginning of the study marked a steeper
reduction in AMU compared to the pre-study period. This was especially true in the intervened
farms, and mainly the result of the transition to partial treatment of herds instead of treatment
of herds as a whole. The proportions of AMU by families of antibiotics are similar to the ones
already described for the veal calf sector [17].
With regard to the validation of interventions, the three study arms were comparable in
terms of farm characteristics and production parameters, and both intervention arms complied
with the protocol for AMU reduction. The cleaning and disinfection program in RAB-CD arm
significantly reduced overall bacterial contamination on farm surfaces, especially after the second application, but paradoxically, it was associated to increased MRSA in the environment
later on during the cycle. It should be remarked that the interpretation of the results from
RAB-CD farms can be complicated; there was not an efficacy measure for cleaning of the milk
tubes and the application of the cleaning and disinfection protocol was not formally assessed
since it was delivered by a professional company.
One of the key findings is the clear success in curbing MRSA prevalence in animals in RAB
farms. Increasing MRSA levels in calves during the progress of a production cycle have been
previously described and it is confirmed by our results [8]. This increase over time has been
attributed to changes in the contact structures between animals, when the move from individual to group housing, and environmental contamination. The fact that this increase in prevalence is more limited in the intervention group indicates that MRSA lost some of its ecological
advantage in veal herds because of a lower use of antimicrobials. The significant interaction
term between time and study arm showed that prevalence rise in RAB arm was least pronounced. On the contrary, RAB-CD and Control arms had more similar MRSA levels and
dynamics. Like in the RAB arm, RAB-CD farms also applied the AMU reduction protocol and,
although the MRSA reduction was still considerable, it was statistically not significant. The
power of this study was such that only strong effects of AMU reduction on MRSA could be
detected and a larger study might pick up smaller effects.
Interestingly, RAB-CD farms were associated to MRSA air loads twice as high as the other 2
study arms. It has to be acknowledged that applying a professional program for cleaning and
disinfection was not a common practice on most farms included in this study. A thorough
application of this program in RAB-CD might loosened dust and debris which had accumulated over a long period of time and led to increased dustiness later on in the cycle serving as a
vehicle for MRSA transmission. In fact environmental contamination with MRSA has been
already indicated as a route of transmission in humans in a meta-analysis including data from
the present study [10,11]. Another hypothesis for the relative lack of success in curbing MRSA
in the RAB-CD arm is that application and long residual action of biocides might have led to
co-selection of biocide resistant genes and MRSA [18]; alkyl dimethyl benzyl ammonium chloride is a quaternary ammonium compound that was used in the protocol for disinfection. This
group of biocides have been associated to selection of genes (e.g. qacA/B, smr, qacG, qacJ)
encoding for drug efflux proteins that confer multidrug resistance in S.aureus of bovine and
caprine origin [19,20]. Although these genes have not been yet associated to co-selection of
MRSA in animals, a recent research showed an increased proportion of qac genes in
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methicillin-resistant strains colonizing humans [21]. The effects of cleaning and disinfection
should be explored in greater detail and farmers should not decide against more cleaning and
disinfection on the basis of this study alone. These results should not be interpreted as arguments against application of disinfection programs. Longer term or different programs for
cleaning and disinfection might need to be introduced.
MRSA carriage dynamics during the study markedly differed between veal calves and the
human study population. Contrarily, MRSA carriage in humans steadily decreased and the
overall association over the study with MRSA in animals was not strong; this mainly is because
of the low prevalence in animals at the beginning of the production cycle that diluted the association of higher animal prevalence levels on week 12 with MRSA in humans. The lack of parallel animal-human dynamics might indicate the presence of other important determinants for
MRSA carriage and supports that livestock strains might be truly colonizing and not merely
contaminating humans [10]. As a previous study has shown, ST398 is capable of adequately
competing for a niche with a human strain and survive in human nose for longer periods [22].
This study proves a positive quantitative association between DDDA/C and MRSA in veal
calves and humans. This quantitative relationship has also been recently shown in the pig sector [23]. Working hours per week in the farm remained the strongest determinant for MRSA
in the human study population as it has been widely reported [3,10]. However, AMU appeared
also as a clear determinant preserving its effect size even when modelled together with working
hours. Univariate associations between administration of antimicrobials and MRSA in veal calf
farmers and family members have been shown in the past [10], but not quantitatively and after
adjustment for working hours. Antimicrobial residues remain in the farm environment after
treatments and the aspiration of dust containing these residues together with direct exposure
to powder formulations could favor the emergence of resistance [10,24].
The overall decreasing MRSA levels in humans during the study are more likely attributable
to the long term AMU decreasing trend. However, the absence of a control group of farms free
of this trend made impossible to clearly link MRSA and AMU dynamics. Nevertheless, we can
hypothesize that the sustained reduction in AMU in previous cycles had a parallel effect on
MRSA delayed on time. Additionally, the proportion of MRSA-positive people in RAB farms
was significantly lower at the beginning of the study indicating a possible selection bias that
could not be further assessed at the time of the present analysis.
Long term trends from pre-study cycles showed a slight increase in mortality which was not
statistically associated to the AMU reduction (i.e. non-significant time-AMU interaction).
There is no other data available to unravel the reasons behind this undesirable trend. Veterinary costs had a slight increasing trend over time, difficult to observe in the graphs, but
revealed by the models. This is possibly explained by other costs arising from worsening health
performance in farms or by increased use of vaccines. Results suggest that the expected reduction in direct costs, as a product of the sustained reduction in antimicrobials purchases, did not
outweigh other costs. This association does require further detailed investigation in future
studies. Lastly, the models showed that duration of the cycle increased as the AMU decreased,
this phenomenon was in particular observed at the beginning of the intervention period of the
study. This effect might be an artefact of the implementation of the study itself, but this
remains unclear.
A set of risk factors for MRSA carriage in calves were identified in the univariate analysis;
higher duration in initial treatments with antimicrobials increased the probability for MRSA
together with a set of factors that could be related to worsened health in animals such as low
temperatures or low animal weights; young animals are more susceptible for colonization by
bacteria which could also explain why we found associations with variables regarding baby
boxes. The multiple regression emphasized the importance of internal and external biosecurity
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for MRSA control. Increased risk for MRSA carriage was found in farms with animals from the
Netherlands or neighboring countries, possibly indicative of higher prevalences or different
sector structures in these regions compared with Eastern Europe. The presence of free-ranging
cats was also a consistent risk factor in the models suggesting their role as MRSA vectors, carriers or just proxies for the level of biosecurity in farms [10]. Finally, farms with more stables
and natural ventilation were associated with increased MRSA rates, once more exposing biosecurity related risk factors.
More than 90% of the MRSA-positive samples retrieved from animals, humans and settled
dust were confirmed to be ST398 (i.e. livestock-associated). Nonetheless, the outcome used only
confirmation on MRSA regardless the sequence type because all MRSA was assumed to be circulating and transmitted within the farm. We based this assumption in the plausible presence
of less prevalent livestock-associated STs as it has been already described [25,26]. Moreover, it
was confirmed that MRSA-positive non-ST398 people did not visit a hospital during in previous 12 months before the study, thus presence of hospital-acquired MRSA strains is unlikely.
A limitation of the study was the different sampling approach for animals in each of the
study cycles, pooled samples in the first, individual samples in the second cycle. Nevertheless,
the authors consider this to have a minor impact on the results. Pool sample testing is a lowcost alternative but various factors such as the well-known dilution effect have a negative
impact on sensitivity and specificity for prevalence estimation when using pooled samples
[27,28]. Frequentist and Bayesian methods of estimating individual prevalence from pooled
samples were reviewed [29] in an attempt to make a combined analysis of the 2 study cycles
together with MRSA prevalence as outcome. Results were not fundamentally different and for
simplicity we made separate analyses per cycle with the binary outcome (MRSA presence/
absence).

Conclusions
The set of risk factors found for MRSA in calves outlines possible future interventions and asks
for a deeper engagement between different countries to tackle the problem of emergent resistant bacteria. Controlled intervention arms plainly showed that further reduction in AMU
could be a good strategy for decreasing MRSA levels in veal calf farms. However, the application of the described cleaning and disinfection program could have initial negative effects. The
study indicates that the long term AMU decrease is likely to lower MRSA levels in people living
and/or working in veal farms. Nevertheless, future studies including longer follow-up periods
are strongly encouraged to evaluate the observed complex dynamics. Dutch policies aimed at
decreasing AMU in food-producing animals might be already beginning to bear fruit but more
research is needed.

Supporting Information
S1 Fig. Total use of antibiotics (as defined daily dosages per animal and cycle (DDDA/C))
in 51 veal calf farms by antibiotic class during 4 pre-study (1p-4p) and the 2 study cycles
(s1,s2), the Netherlands 2009–2012. Percentages for each antibiotic class over the total antimicrobial use per cycle are indicated inside the bars.
(TIF)
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