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Abstract
Poultry can become infected with avian influenza viruses (AIV) via (in) direct contact 
with infected wild birds. Free-range chicken farms in the Netherlands were shown 
to have a higher risk for introduction of low pathogenic avian influenza (LPAI) virus 
than indoor chicken farms. Therefore, during outbreaks of highly pathogenic avian 
influenza (HPAI), free-range layers are confined indoors as a risk mitigation measure. 
In this study, we characterized the seasonal patterns of AIV introductions into free-
range layer farms, to determine the high-risk period. Data from the LPAI serological 
surveillance programme for the period 2013–2016 were used to first estimate the 
time of virus introduction into affected farms and then assess seasonal patterns in 
the risk of introduction. Time of introduction was estimated by fitting a mathemati-
cal model to seroprevalence data collected longitudinally from infected farms. For 
the period 2015–2016, longitudinal follow-up included monthly collections of eggs 
for serological testing from a cohort of 261 farms. Information on the time of intro-
duction was then used to estimate the monthly incidence and seasonality by fitting 
harmonic and Poisson regression models. A significant yearly seasonal risk of intro-
duction that lasted around 4 months (November to February) was identified with the 
highest risk observed in January. The risk for introduction of LPAI viruses in this pe-
riod was on average four times significantly higher than the period of low risk around 
the summer months. Although the data for HPAI infections were limited in the period 
2014–2018, a similar risk period for introduction of HPAI viruses was observed. The 
results of this study can be used to optimize risk-based surveillance and inform deci-
sions on timing and duration of indoor confinement when HPAI viruses are known to 
circulate in the wild bird population.
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1  | INTRODUC TION

Avian influenza (AI) is a highly infectious viral disease that affects birds. 
AI viruses are classified into subtypes based on two surface glycopro-
teins, haemagglutinin (H) and neuraminidase (N). Sixteen H and nine 
N subtypes have been identified in birds, which can occur in different 
combinations. Low pathogenic AI (LPAI) viruses are naturally circulating 
in wild birds, and birds in the orders Anseriformes and Charadriiformes 
are considered the major virus reservoirs (Webster, Bean, Gorman, 
Chambers, & Kawaoka, 1992). Long-distance migratory birds play a 
major role in the global spread of AI viruses (The Global Consortium 
for H5N8 & Related Influenza Viruses, 2016). Typically, LPAI infections 
in these birds are asymptomatic but can be associated with viral shed-
ding in faeces. Domestic poultry can become infected with AI virus via 
the faecal–oral route, when poultry consume infectious faecal mate-
rial from wild birds (von Waldburg-Zeil, van Staaveren, & Harlander-
Matauschek, 2019). LPAI infections in poultry can cause mild clinical 
symptoms, leading to decreased egg production, decreased hatchabil-
ity of eggs, misshapen eggs and mildly increased mortality (Gonzales & 
Elbers, 2018). LPAI viruses of the H5 subtype or H7 subtype can mu-
tate to become highly pathogenic AI (HPAI) viruses in poultry, shortly 
after infection (Dietze et al., 2018) or after circulating undetected for 
longer times (Monne et al., 2014). However, since in 2005 the Asian 
HPAI H5N1 virus was detected in wild birds, HPAI H5 viruses were 
globally spread by wild bird migration (Nuñez & Ross, 2019). During 
the evolution of HPAI H5N1 viruses, reassortment events led to the 
generation of a range of novel subtypes. In the Netherlands, novel 
HPAI H5N8 reassortants caused outbreaks in poultry in 2014 and 
2016 (Beerens et al., 2017; Bouwstra et al., 2015), and the novel HPAI 
H5N6 virus was introduced in 2017 (Beerens et al., 2018). HPAI viruses 
typically cause severe illness and high mortality in poultry. Every HPAI 
virus described has belonged to subtype H5 or subtype H7. Therefore, 
both HPAI and LPAI viruses of subtypes H5 and H7 are notifiable to the 
World Organisation for Animal Health.

In the Netherlands, outbreaks of H5 and H7 AI viruses are con-
trolled by a ‘stamping out’ strategy, which involves quarantine and 
culling of all poultry on infected premises, tracing and surveillance 
of farms at risk and restriction of movement to reduce spread of the 
virus. Severe direct and indirect economical losses are associated 
with outbreaks of H5 and H7 viruses, as these affect international 
poultry trade (Longworth, Mourits, & Saatkamp, 2014). Measures 
taken during outbreaks may also include indoor confinement of free-
range poultry, to prevent contact between poultry and infected wild 
birds or a contaminated environment. When confinement lasts lon-
ger than the specified period of 16 weeks, the eggs cannot be com-
mercialized as free range, leading to economic losses due to lower 
market price of non-free-range eggs.

The risk of outbreaks in commercial poultry has increased in recent 
years, due to circulation of HPAI H5 viruses in the wild bird population 
(European Food Safety Authority et al., 2019). Furthermore, the ex-
pansion of free-range poultry farms, driven by consumers and animal 
welfare organizations, increases the opportunities for contact between 
poultry and wild birds (Bouwstra et al., 2017; Elbers & Gonzales, 2019). 

In the Netherlands, passive and active surveillance programmes are in 
place for the detection of AI viruses. In the active serologic surveil-
lance programme, all poultry farms are tested at least once a year (30 
random samples per flock; for laying hens at an age between 20 and 
approximately 84 weeks maximum; slaughter ducks: at the end of the 
production cycle, at an age of about 6–7 weeks; turkeys: at the end of 
the production cycle, at an age of about 16–20 weeks). Free-range layer 
farms are sampled four times a year (30 random samples per flock; at an 
age between 20 and approximately 84 weeks maximum) based on their 
higher risk of AI introduction than the risk observed for farms that kept 
chickens indoors (Gonzales, Stegeman, Koch, de Wit, & Elbers, 2013). A 
previous analysis showed that the relative risk for introduction of LPAI 
on free-range layer farms is 6.3-fold significantly increased compared 
to farms with indoor housing (Bouwstra et al., 2017). Previous stud-
ies performed by Gonzales et al. (2013) and Bouwstra et al. (2017) did 
not find geographical clusters with high risk for introduction of LPAI 
in poultry within the Netherlands. It was shown, however, that farms 
located at short distances (<500 m) from water bodies or areas with 
high numbers of migratory wild birds had a higher risk of introduction 
than farms located at further distances (Bouwstra et al., 2017). Hence, 
the risks attributed to the poultry production system and geographical 
location have been quantified. However, the risk for introduction of AI 
in poultry farms may not be equal throughout the year due to factors 
such as the seasonal migration of wild birds (Verhagen et al., 2017) and 
possibly weather conditions. Information on the temporal risk of intro-
duction will allow, together with the already identified risks, further 
optimization of risk-based surveillance and control strategies.

The aim of this study was to characterize the seasonal patterns of 
AI virus introductions into free-range layer farms using information 
obtained from the active serosurveillance programme for the years 
2013 to 2016. Serological data were assessed retrospectively for the 
period 2013–2014. As for the period 2015 to 2016, in addition to the 
routine serological sampling, egg samples were collected and stored 
monthly and eggs collected from farms testing positive during rou-
tine serological surveillance were retrospectively analysed for an-
tibodies against LPAI viruses. This enabled us to estimate the time 
of introduction of infection by fitting a mathematical model to the 
seroprevalence data of serum and eggs collected longitudinally from 
infected flocks, and these estimates were then used to assess the 
seasonal risk for introduction of infection by fitting harmonic and 
Poisson regression models. The implication of the findings of this 
study on the optimization of surveillance and the implementation of 
preventive measures are discussed.

2  | METHODS

2.1 | Study design and study population for the 
detection of LPAI virus introductions

The study population was all free-range layer farms in the 
Netherlands during the period of 2013 (n = 453) to 2016 (n = 490). 
The study design was a combination of:
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• A prospective study where a cohort of 261 farms, which volun-
tarily joined the study, were sampled monthly for the period be-
tween 2015 and 2016. Farms which were not part of the cohort 
were monitored, four times per year, as part of the surveillance 
programme (see Section 2.2).

• A retrospective study where the results of all surveillance tests 
made on all free-range farms during the period 2013–2014 was 
retrieved for analysis.

Originally, only a prospective study was planned; however, at the 
end of the study the number of detected introductions was too low 
(see Section 3.1) to reliably assess seasonality. Therefore, it was de-
cided to include the retrospective study.

2.2 | Data sources used for the detection of LPAI 
virus introductions

We analysed all the serological data from the Dutch surveillance 
programme collected from free-range layers during the study pe-
riod 2013–2016. In this programme, all free-range layer farms are 
sampled (30 random serum samples/farm) every 3 months and 
when a farm is confirmed seropositive, additional samples (serum 
and swabs) are taken to either confirm or exclude active infection 
(Bouwstra et al., 2017). Seropositive farms included in the analysis 
were only those considered as primary introductions. Farms likely 
infected by secondary farm-to-farm transmission, identified based 
on field and genetic observations (Bergervoet, Heutink, Bouwstra, 
Fouchier, & Beerens, 2019; Bouwstra et al., 2017), were excluded.

For the prospective study, 30 eggs per farm were collected 
monthly from April 2015 to November 2016 and stored for a period of 
maximum 6 months. If during routine surveillance a farm was detected 
seropositive, the stored eggs from the affected farm were tested ret-
rospectively until a negative result was observed. All tests done using 
egg samples and serum samples (routine surveillance) allowed us to 
monitor changes in prevalence in time. It should be noted that this 
study started in April 2015 and finished in November 2016 because of 
the HPAI epidemics in 2014–2015 (Bouwstra et al., 2015) and 2016–
2017 (Beerens et al., 2017). During these epidemic periods, there was 
a national obligation to keep chickens indoors. Hence, the egg sampling 
period includes those months when chickens were allowed outdoors.

For the retrospective study (2013–2014), only serological results 
were retrieved, which provided information on seroprevalence with 
3-month intervals. Exceptions were positive farms detected via the 
early warning programme (Bouwstra et al., 2017). When LPAI was 
detected via this programme, data on serological tests performed at 
detection and previous surveillance results were retrieved.

2.3 | Detection of antibodies against LPAI viruses

The samples tested were serum samples, eggs samples or both. A 
commercial test kit, IDEXX FLockCheck AI MultiS-Screen, for the 

detection of antibodies against avian influenza (all serotypes), was 
used for diagnosis. Test procedures for testing sera and prepared 
egg samples were those recommended by the manufacturer.

Egg samples were prepared for testing as follows: one ml of egg 
yolk was collected from each egg using a 1-ml tip and pipette and 
loaded into a 5-ml tube. An equal amount of 0.01 M PBS was added 
(dilution = 1/2), vortexed and centrifuged at 1,500 g for 30 min. The 
supernatant was collected and used for testing. In the ELISA test, the 
supernatant was further diluted fivefold with the kit's sample dilu-
ent. Thus, the final egg-yolk dilution used in the assay was 1/10 (the 
same working dilution as for serum samples). Following the manu-
facture's recommendations, samples with an ‘absorbance sample/
absorbance negative controls’ (S/N) value lower than 0.5 were cat-
egorized as positive. A study validating the use of egg-yolk samples 
was performed elsewhere. This study showed a high concordance 
between the ELISA tests using serum and egg samples, with sensi-
tivities of 98% and 99% for serum and egg samples, respectively, and 
specificities of 99% for both types of samples (Gonzales et al., 2012).

A possible source of bias in this study was the effect of storing 
eggs for periods up to 6 months on persistence of antibodies against 
AI and hence the performance of the test. Therefore, an experiment 
was performed where this effect was assessed (see Supplementary 
information S1 for detailed methods and results from this experiment).

2.4 | Statistical analysis

2.4.1 | Estimation of the time of introduction of a 
LPAI infection in a flock

In Figure 1, the infection dynamics of an outbreak of LPAI in chickens 
is shown. These dynamics were modelled using a deterministic sus-
ceptible–infectious–recovered (SIR) model (see Keeling and Rohani 
(2008) for a description of the differential equations). Based on this 
SIR model, the prevalence of seroconverting animals in time was 
also obtained as described elsewhere (Gonzales, Boender, Elbers, 
Stegeman, & de Koeijer, 2014). It can be seen (Figure 1) that the 
number of seroconverting chickens Ct in time t follows a sigmoidal 
behaviour. Therefore, this behaviour was modelled using a logistic 
growth curve where (Equation 1):

In this model, F is the final size of the epidemic (total number of 
cases at the end of the epidemic),C0 is the number of seroconverting 
chickens at the start of the exponential growth and r is the growth 
rate which is equal to the transmission rate β minus the recovery 
rate � (r=�−�) .

This model (Equation 1) was first validated by fitting it to sim-
ulated data (sampling 2 to sampling 4 prevalence estimates in time 
from the simulated outbreaks) with different transmission dynamics 

(1)Ct=
F

1+
(

F

C0

−1
)

×e−rt
.
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(Figure 1). Data were simulated using SIR models as described above. 
The model closely recreated the seroconversion curves of the simu-
lated data (data not shown) and deviation from the real introduction 
time ranged from 1 to 10 days, with the largest deviation observed 
when few data values (only two) were available (data not shown). 
We considered this deviation as acceptable. Following validation, 
the model was fitted to seroprevalence data obtained from each in-
fected farm, by testing either eggs or sera or both, during the study 
period. Model fits allowed the quantification of r and C0. These val-
ues were then used to estimate the time of introduction by solving 
for t when Ct = 1. This value either negative or positive represented 
the number of days before or after the last date the farm was nega-
tive when infection was expected to have entered the flock.

The following assumptions/steps were made in order to fit the 
model:

• The proportion of positives observed at each sampling point (total 
samples were mostly 30 eggs or sera samples) were considered to 
be a close approximation of the ‘real’ prevalence.

• For simplicity and due to data limitations, we did not consider the 
time from infection to seroconversion in serum or egg samples 
(Gonzales et al., 2012). It was assumed that seroconversion took 
place at the time of recovery (on average 7 days postinfection) for 
both serum and eggs.

• In case of farms (study period 2015–2016) where egg samples 
were tested longitudinally or serological history was well known, 
there were three to four seroprevalence observations. For these 
farms, both parameters r and C0 were quantified (Figure 2a).

• For farms where only one (first time positive) or two seroprev-
alence observations were available (study period 2013–2014), 
the value of r was sampled from an assumed range of values and 
only C0 was quantified by fitting the model to the data. The se-
lected C0 value was that from the model with the lowest Akaike 
information criterion (AIC) (Figure 2b). Assumed values for r were 
based on i) the LPAI serotype of the detected introduction and ii) 
reported β and α values, which were reviewed for different LPAI 
serotypes (Central Veterinary Institute et al., 2017). For these 
farms, there was an interval between the first time positive and 
last time negative of 3 months and the model could not converge 
when using this long interval; therefore, we took half of these 
periods as the time at risk of the probable introduction and used 
therefore 1.5 months as the last time the prevalence was likely to 
be zero.

• An example code of the model and fitting process is provided 
as supplementary information (Supplementary Information S2). 
Model fitting was done using the nls function of the software 
package R (R Core Team, 2017).

F I G U R E  1   Low pathogenic avian influenza (LPAI) infection 
dynamics. A susceptible–infectious–recovered (SIR) model was 
used for this simulation. A transmission rate β = 0.49/day, recovery 
rate α = 1/7 days, seroconversion rate = 1/4 days and a probability 
of seroconversion = 0.9 were used for this simulation. Parameters' 
values were obtained from Gonzales et al. (2014)

F I G U R E  2   Reconstruction of low pathogenic avian influenza (LPAI) introduction time and outbreak dynamics within a flock using 
seroprevalence data. The blue line shows the result of the model fit (Equation 1) to the prevalence data (open circles), representing the 
prevalence of seroconverting chickens in time. The red line is the predicted dynamics (using an SIR model) of infectious animals based on 
the model estimates (Equation 1) and the arrow marks the estimated time of introduction. (a) This is a farm detected during serological 
surveillance (day 98) as positive for LPAI H6N2. Following detection, the prevalence in time was estimated retrospectively by testing 
stored egg samples. Time of introduction was around 47 days before the first positive tests (day = 28). (b) This farm was detected by 
serological surveillance as positive for LPAI H9N2. This farm was not part of the cohort study; hence, no egg samples were stored. Estimated 
introduction time for this outbreak was around 24 days before the first positive test
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2.4.2 | Assessing the temporal risk of LPAI 
introduction

Once the expected times of introduction were estimated, the results 
were grouped per calendar month together with the total number 
of farms sampled and tested each month. This information was then 
used to assess the seasonal risk for introduction of LPAI by fitting a 
harmonic regression model with a Poisson error distribution. This 
model explicitly includes time as a numeric covariate and character-
izes seasonal patterns in terms of amplitude (ratio of the peak preva-
lence to the trough (minimum) prevalence) and phase shift (Stolwijk, 
Straatman, & Zielhuis, 1999). We evaluated whether seasonal pat-
terns had a yearly cycle (one peak and trough per year [12-month pe-
riod]), semi-yearly cycles (6-month period) or a combination of both. 
The final model explained a yearly cycle (Equation 2)

where µ is the number of introductions, α is the model intercept, t is the 
month number within the study period (months 1–48) and this variable 
is used to assess the temporal trend in the number of introductions, 
and β1 and β2 are the parameters describing this trend. Finally, β3 and 
β4 are the parameters describing the seasonal yearly cycle (character-
ized by the pair of sine and cosine functions). These latter parameters 
were used to identify the periods of peak and minimum prevalence as 
well as the amplitude following formulas described elsewhere (Stolwijk 
et al., 1999). Finally, farm is the total number of farms sampled monthly 
and it was included as an offset. This analysis was done using the soft-
ware package R (R Core Team, 2017).

Additionally, we assessed whether there were differences in the 
frequency of introductions among calendar months. To this end, we 
fitted a generalized mixed model (GLMM) where year was used as a 
random effect and month as a categorical variable, with ‘June’ used as 
the reference month for comparison. Because multiple pair (between 
months) comparison was made (n = 11), a Bonferroni correction was 
used to determine significant differences (p < .05/11) and reduce the 
risk of false-positive errors (observing significant results when they are 
actually not significant).

2.4.3 | Time of introduction of a HPAI infection in 
a flock

HPAI H5N8 group A and group B viruses were introduced in 
the Netherlands in the winter of 2014–2015 and 2016–2017. In 
2017–2018, the HPAI H5N6 group B virus was introduced. The 
HPAI viruses were introduced in different poultry species (chick-
ens, ducks) and holding facilities (indoor and outdoor laying hens, 
breeding farms). Tracheal and cloacal swabs from clinically af-
fected poultry were tested in a matrix-gene real-time PCR and 
subtyped using H5-specific real-time PCR as previously described 
(Bouwstra et al., 2015). The sequence of the HA cleavage site and 

the N-subtype was determined by the Sanger sequencing. We pre-
viously analysed the complete genome sequences of the viruses 
detected at the farms, and performed genetic analysis to identify 
the source of infection (Beerens et al., 2019; Bergervoet et al., 2019; 
Bouwstra et al., 2015). Included in this study are farms infected by 
primary virus introductions from wild birds, whereas farms likely in-
fected by secondary farm-to-farm transmission of the virus were ex-
cluded. We have previously shown that HPAI introductions are likely 
detected within 7–12 days following introductions (Bos et al., 2007; 
Gonzales & Elbers, 2018).

3  | RESULTS

3.1 | Detection of antibodies against LPAI viruses

Blood samples or stored eggs collected at free-range chicken farms 
were analysed for the presence of antibodies against LPAI viruses. 
An experiment was performed to assess antibody persistence in 
stored eggs, which showed no significant changes in antibody per-
sistence and diagnostic outcomes for the first 3 months of storage 
(Supplementary information S1). Therefore, no influence in the 
study was expected given that farms were serologically sampled 
every 3 months and egg samples tested from surveillance-detected 
seropositive farms were not stored longer than this period.

Data on total number of free-range layer farms sampled as part 
of the monitoring programme and number of LPAI introductions are 
presented in Table 1. During the prospective study, a total of 20 se-
ropositive farms were detected, 12 of these farms participated in the 
cohort study and stored eggs from these farms were tested. For all 
these farms, information on the last time the farm was negative, and 
the first time positive and changes in seroprevalence (% positives) in 
time (when egg or sera samples were available) were recorded (see 
example provided in Supplementary information S2). The remaining 
eight introductions in the period 2015–2016 and those from the ret-
rospective study (n = 57) were detected during routine surveillance.

3.2 | Estimating the time of LPAI introduction

Time of introduction was estimated by fitting a mathematical model 
to seroprevalence data collected longitudinally from infected farms. 

(2)log μ=�+�1t+�2t
2+�3 sin

(

2�t

12

)

+�4 cos

(

2�t

12

)

+ log (farm) .

TA B L E  1   Number of tests (one test = one farm) made and total 
number of low pathogenic avian influenza (LPAI) introductions 
analysed for each year of the study period

Year Farms Introductions

2013 1,813 29

2014 1,912 28

2015 1,931 14

2016 1,961 6

Total 7,617 79
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Figure 2 shows examples of the model fitted to prevalence estimates 
for a farm using egg and serum samples (Figure 2a) or a farm with 
information from serum samples only (Figure 2b). In Figure 2a, the 
outbreak dynamics for a flock affected with a H6N2 LPAI virus are 
recreated. Available seroprevalence data allowed estimation of both 
the growth rate r parameter and C0. The estimated time of introduc-
tion was approximately 47 days before the eggs tested positive. In 
Figure 2b is shown the dynamics for a flock affected with a H9N2 
LPAI virus. Data were limited, and hence, only one parameter, C0, 
could be estimated and r had to be assumed. We assumed that the 
H9N2 virus spreads rapidly within a flock based on previous results 
(Central Veterinary Institute et al., 2017). The estimated time of in-
troduction of this virus was around 24 days before the first positive 
result. Full results and analysis code for these figures are given as 
Supplementary Information S2.

3.3 | Temporal (monthly) risk of LPAI introduction

Following the estimation of introduction times for each of the se-
ropositive flocks included in this study, we aggregated the data at 
monthly level. Figure 3 shows the average monthly prevalence (%) 
of introductions and serological detections for the study period 
(2013–2016). A GLMM was used to make an overall comparison of 

the frequency of introductions per month. June was used as refer-
ence, and the months identified as significantly different (p < .0045) 
from June were November, January and February.

The results of the harmonic regression model showed a con-
sistent drop in the prevalence of introductions along the years and 
presence of a significant yearly cycle (seasonality) with a peak prev-
alence of introductions in January and the lowest prevalence of in-
troductions in June (Figure 4). The average relative risk (RR) between 
the peak period relative to the lowest period was 4.5 (95% confi-
dence limits [CL)]: 2.2–9.2) and the duration of the peak cycle (num-
ber of months at highest risk) was on average 4.2 (95% CL: 3.7–6.0) 
months, between November and February.

3.4 | Temporal (monthly) risk of HPAI introduction

We qualitatively assessed the temporal risk of HPAI introductions 
in commercial poultry flocks by monthly aggregating the detections 
of HPAI H5 viruses between 2014 and 2018. HPAI introductions are 
likely detected within 7–12 days following introduction of the virus. 
The observed period of high risk for introduction of LPAI appears to 
correlate with the period when most HPAI introductions in poultry 
were observed in the Netherlands. Most HPAI introductions were 
observed in the months of November and December (Figure 5).

F I G U R E  3   Monthly prevalence (in %) 
of low pathogenic avian influenza (LPAI) 
introductions (bars) as estimated using 
the model described in Equation (1) or 
serological positive detections (based 
on the date of detection within the 
surveillance system). Farm population is 
limited to free-range farms and the study 
period 2013–2016

F I G U R E  4   Seasonal variation in the 
risk for introduction of low pathogenic 
avian influenza (LPAI) in outdoor layer 
farms
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4  | DISCUSSION

The main objective of this study was to assess whether there is a 
temporal risk for introduction of LPAI infections in free-range layer 
farms. This temporal risk was confirmed: a significant yearly cycle 
was observed with the highest risk expected around January and 
the lowest risk around June (Figures 3 and 4). The high-risk period 
for introductions has an average duration of 4 months, between 
November and February (Figure 4). Additionally, we qualitatively 
identified a high-risk period for introduction of HPAI infections in 
poultry (Figure 5). This period appears to be similar to the risk period 
for LPAI virus introductions identified for free-range layers and to-
gether might indicate that this risk period may apply to most poultry 
production types in the Netherlands.

The apparent similarity in the period of highest risk for intro-
ductions of LPAI and HPAI virus in poultry (particularly free-rage 
layers) provides further evidence that the main source of introduc-
tions for LPAI could also be migratory waterfowl, particularly spe-
cies of the order Anseriformes (ducks, geese and swans) (European 
Food Safety Authority et al., 2017). In fact, the identified high-risk 
period for introduction of LPAI in free-range layers appears to cor-
relate with the period (2015–2016) of higher abundance of migra-
tory birds such as, for example, Eurasian wigeons (Mareca penelope), 
tufted ducks (Aythya fuligula) and geese and swan species in gen-
eral (Hornman et al., 2018). Additionally, a study in the Netherlands 
that video-monitored wildlife visits to a free-range farm—which is 
located in a region of high wild bird abundance and suffered several 
introductions of LPAI viruses over different years—observed a rel-
ative temporal increase in the number of visits (birds) by dabbling 
ducks in the period between December and February, whilst the pe-
riods of highest visits of members of the order Charadriiformes and 
Passeriformes were April–July and June–September, respectively 
(Elbers & Gonzales, 2019). Despite this overlap in the temporal risk 
of introduction and Anseriformes abundance, the question remains 

whether the same or different wintering (migratory) species arriving 
to the Netherlands are implicated in the introduction of both LPAI 
and HPAI (Hornman et al., 2018; Kleyheeg et al., 2017; Verhagen 
et al., 2017).

Despite the intensive surveillance programme performed in the 
Netherlands and the large amount of farms investigated thereby 
(Bouwstra et al., 2017; Gonzales et al., 2010), quantitative charac-
terization of the temporal risk for introduction of LPAI viruses has 
been challenging (Verhagen et al., 2017). This difficulty arises mainly 
because the prevalence of introductions of LPAI virus in poultry is 
low and variable from year to year (Bouwstra et al., 2017; Gonzales 
et al., 2013); hence, high sample sizes and sampling frequency are 
required to confidently assess seasonality. This low prevalence and 
yearly variability influenced our study. The number of observed in-
troductions during the prospective study (despite intensive sampling 
and large sample size) was low (n = 20) and was not enough to assess 
seasonality as originally intended; hence, we had to include serolog-
ical surveillance data from previous years, which was not as detailed 
(temporal information on prevalence) as the data generated from the 
prospective study. Therefore, in order to use these data, a number 
of assumptions had to be made (see Section 2.4). An influential as-
sumption that is worth noting is that of the assumed transmission 
dynamics of LPAI viruses. This assumption has a direct influence on 
the estimated introduction time. We based our assumption on the 
LPAI virus HA subtype and the prevalence at the assumed end of 
the epidemic (final size). For example, we assumed that all H9 viruses 
found in our study had similar transmission characteristics to those 
reported for a LPAI H9N2 virus isolate (Central Veterinary Institute 
et al., 2017). However, the transmission characteristics of a virus are 
not determined by the HA only, and other viral genes and specific ge-
nome characteristics may play a role. For instance, it has been shown 
that different H7 serotypes can vary considerably in transmissibility 
(Central Veterinary Institute et al., 2017; Gonzales et al., 2014). The 
mechanisms (e.g. genetic traits) influencing the transmissibility of 

F I G U R E  5   Number of HPAI 
introductions in poultry (commercial 
flocks) aggregated by month of 
introduction during the period from 2014 
to 2018
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LPAI virus are not yet understood and understanding them as well as 
identifying some genetic markers for virulence and/or transmissibil-
ity (Baron et al., 2013; Shaib et al., 2011) will lead to the swift assess-
ment of the transmission risk of detected LPAI viruses introductions 
in poultry and the implementation of suitable control measures. In 
summary, the limited data availability and the assumptions made for 
the estimation of the time of introduction are important limitations 
of this study.

The quantified duration and relative risk period can be used to 
optimize surveillance for LPAI by targeting serological sampling of 
free-range layers during the identified risk period. Currently, all free-
range layer farms are sampled every 3 months and sampling is orga-
nized in a way that a similar number of samples are taken monthly 
along the year. Based on the results of this study, sampling can be 
re-organized so that frequency of sampling could be increased during 
the high-risk period (e.g. every 2 months (Gonzales et al., 2014)) and 
reduced during the low-risk period. Additionally, sampling of other 
high-risk poultry species (domesticated ducks and turkeys) can be 
targeted around this period too. These changes in sampling strat-
egy will improve timelines of detection and probably improve sur-
veillance sensitivity whilst maintaining the current sampling costs. 
Knowledge of the seasonal characteristics can also guide the imple-
mentation or enhancement of preventive measures during the risk 
period. Measures targeted to reduce or prevent direct or indirect 
contact between chickens and wild birds could be enhanced in this 
period. Some of these measures could be the prevention of water 
pool forming in the free-range area (improved drainage or equalizing 
the soil), increased frequency of collection of eggs and carcases from 
the free-range area (Elbers & Gonzales, 2019) and use of for example 
trained dogs (Castelli & Sleggs, 2000) or laser technology to pre-
vent wild birds visiting the free-range area of a poultry farm (Scott 
& Clark, 2006). Finally, the identified risk period could also guide the 
implementation of indoor confinement of free-range layers.

Despite the increase in the number of free-range layer farms 
in the Netherlands, which increases the opportunities for contact 
between poultry and wild birds, thereby increasing the risks for 
AI introductions (Bouwstra et al., 2017), a decreasing trend in the 
prevalence of introductions of LPAI was observed (Figure 4). We 
cannot explain the reasons of these decreasing trends. We explored 
whether changes in weather such as temperature and rainfall could 
be associated (indirectly) with this trend, but we did not find any 
significant differences in these weather variables (data not shown) 
during the study period (years 2013 to 2016). We hypothesize that 
the observed trend and seasonality of introductions could be asso-
ciated with changes in migratory patterns of some wild bird species 
likely to play a significant role in the introduction of AI in poultry 
(still unknown). An approach to answer this question could be a spa-
tiotemporal analysis where the time and space relationship between 
the distribution of AI introductions in poultry and abundance of dif-
ferent wild bird species is assessed. We are, in collaboration with 
ornithologist, currently performing such studies.

The results of this study are mainly applicable to the Dutch 
situation and to free-range layers in particular. We do not know 

whether the identified risk period, or presence of a distinct seasonal 
risk, would be similar in other European countries. The correla-
tion observed between the risk period of introductions in poultry 
and the period of higher abundance of migratory waterfowl in the 
Netherlands might be used as correlate (abundance of migratory wa-
terfowl) of seasonal risk that could be used to identify potential risk 
periods in neighbouring countries.

To summarize, the results of this study can be used to opti-
mize risk-based surveillance, take preventive measures in high-risk 
months and inform decisions on timing and duration of indoor con-
finement during AI outbreaks in the Netherlands. Reduction in AI 
introductions into commercial poultry will benefit animal welfare, 
economy and public health.

ACKNOWLEDG EMENTS
This study was funded by the Netherlands' Ministry of Agriculture, 
Nature and Food Quality, projects WOT-01-003-066, KB-21-006-
011 and WOT-01-003-012.

CONFLIC T OF INTERE S T
The authors declare no conflict of interest.

E THIC AL APPROVAL
The authors confirm that the ethical policies of the journal, as noted 
on the journal's author guidelines page, have been adhered to. No 
ethical approval was required as this study used data that have 
been collected under the compulsory AI surveillance programme in 
the Netherlands (Bouwstra et al., 2017) or have been (HPAI data) 
previously reported (Beerens et al., 2019; Bergervoet et al., 2019; 
Bouwstra et al., 2015). New generated data come from the egg sam-
ples (non-invasive sampling), which were obtained following consent 
of the farmers who joined the prospective study.

DATA AVAIL ABILIT Y S TATEMENT
The data that support the findings of this study are available from 
the corresponding author upon reasonable request.

ORCID
Jose L. Gonzales  https://orcid.org/0000-0002-7889-5380 
Armin R. W. Elbers  https://orcid.org/0000-0001-5977-0219 
Nancy Beerens  https://orcid.org/0000-0001-6756-4431 

R E FE R E N C E S
Baron, J., Tarnow, C., Mayoli-Nüssle, D., Schilling, E., Meyer, D., 

Hammami, M., … Böttcher-Friebertshäuser, E. (2013). Matriptase, 
HAT, and TMPRSS2 activate the hemagglutinin of H9N2 influ-
enza A viruses. Journal of Virology, 87(3), 1811–1820. https://doi.
org/10.1128/jvi.02320 -12

Beerens, N., Heutink, R., Bergervoet, S. A., Harders, F., Bossers, A., & 
Koch, G. (2017). Multiple reassorted viruses as cause of highly patho-
genic Avian Influenza A(H5N8) virus epidemic, the Netherlands, 
2016. Emerging Infectious Diseases, 23(12), 1974. https://doi.
org/10.3201/eid23 12.171062

Beerens, N., Heutink, R., Pritz-Verschuren, S., Germeraad, E. A., 
Bergervoet, S. A., Harders, F., … Koch, G. (2019). Genetic relationship 

https://orcid.org/0000-0002-7889-5380
https://orcid.org/0000-0002-7889-5380
https://orcid.org/0000-0001-5977-0219
https://orcid.org/0000-0001-5977-0219
https://orcid.org/0000-0001-6756-4431
https://orcid.org/0000-0001-6756-4431
https://doi.org/10.1128/jvi.02320-12
https://doi.org/10.1128/jvi.02320-12
https://doi.org/10.3201/eid2312.171062
https://doi.org/10.3201/eid2312.171062


     |  9GONZALES Et AL.

between poultry and wild bird viruses during the highly pathogenic 
avian influenza H5N6 epidemic in the Netherlands, 2017–2018. 
Transboundary and Emerging Diseases, 66(3), 1370–1378. https://doi.
org/10.1111/tbed.13169

Beerens, N., Koch, G., Heutink, R., Harders, F., Vries, D. P. E., Ho, C., … 
Elbers, A. (2018). Novel highly pathogenic Avian Influenza A(H5N6) 
virus in the Netherlands, December 2017. Emerging Infectious 
Diseases, 24(4), 770–773. https://doi.org/10.3201/eid24 04.172124

Bergervoet, S. A., Heutink, R., Bouwstra, R., Fouchier, R. A. M., & 
Beerens, N. (2019). Genetic analysis identifies potential transmission 
of low pathogenic avian influenza viruses between poultry farms. 
Transboundary and Emerging Diseases, 66(4), 1653–1664. https://doi.
org/10.1111/tbed.13199

Bos, M. E. H., Van Boven, M., Nielen, M., Bouma, A., Elbers, A. R. W., 
Nodelijk, G., … De Jong, M. C. M. (2007). Estimating the day of highly 
pathogenic avian influenza (H7N7) virus introduction into a poultry 
flock based on mortality data. Veterinary Research, 38(3), 493–504. 
https://doi.org/10.1051/vetre s:2007008

Bouwstra, R., Gonzales, J. L., de Wit, S., Stahl, J., Fouchier, R. A. M., & 
Elbers, A. R. W. (2017). Risk for low pathogenicity Avian Influenza virus 
on poultry farms, the Netherlands, 2007–2013. Emerging Infectious 
Diseases, 23(9), 1510–1516. https://doi.org/10.3201/eid23 09.170276

Bouwstra, R., Koch, G., Heutink, R., Harders, F., van der Spek, A., Elbers, 
A. R., & Bossers, A. (2015). Phylogenetic analysis of highly pathogenic 
avian influenza A(H5N8) virus outbreak strains provides evidence for 
four separate introductions and one between-poultry farm transmis-
sion in the Netherlands, November 2014. Euro Surveillance, 20(26), 
21174. https://doi.org/10.2807/1560-7917.es2015.20.26.21174

Castelli, P. M., & Sleggs, S. E. (2000). Efficacy of border collies to control 
nuisance Canada geese. Wildlife Society Bulletin (1973–2006), 28(2), 
385–392.

Central Veterinary Institute, Animal Plant Health Agency, de Koeijer, A., 
Arnold, M., Gonzales, J., & Jan Boender, G. (2017). Data analysis and 
predictive modelling of HPAI H5 and H7 outbreaks in the EU 2005–
2015. EFSA Supporting Publications, 14(10), 2005–2015. https://doi.
org/10.2903/sp.efsa.2017.EN-1285

R Core Team. (2017). A language and environment for statistical computing. 
R Foundation for Statistical Computing. Vienna, Austria: R Core Team. 
https://www.R-proje ct.org/

Dietze, K., Graaf, A., Homeier-Bachmann, T., Grund, C., Forth, L., 
Pohlmann, A., … Harder, T. (2018). From low to high pathogenic-
ity—Characterization of H7N7 avian influenza viruses in two epide-
miologically linked outbreaks. Transboundary and Emerging Diseases, 
65(6), 1576–1587. https://doi.org/10.1111/tbed.12906

Elbers, A. R. W., & Gonzales, J. L. (2019). Quantification of visits of wild 
fauna to a commercial free-range layer farm in the Netherlands lo-
cated in an avian influenza hot-spot area assessed by video-camera 
monitoring. Transboundary and Emerging Diseases, 67(2), 661–667. 
https://doi.org/10.1111/tbed.13382

European Food Safety Authority, Brouwer, A., Gonzales, J., Huneau, A., 
Mulatti, P., Kuiken, T., … Aznar, I. (2019). Annual Report on surveil-
lance for avian influenza in poultry and wild birds in Member States 
of the European Union in 2018. EFSA Journal, 17(12), e05945. https://
doi.org/10.2903/j.efsa.2019.5945

European Food Safety Authority, European Centre for Disease 
Prevention and Control, European Union Reference Laboratory 
for Avian influenza, Brown, I., Kuiken, T., Mulatti, P., … Adlhoch, C. 
(2017). Avian influenza overview September – November 2017. EFSA 
Journal, 15(12), e05141. https://doi.org/10.2903/j.efsa.2017.5141

Gonzales, J. L., Boender, G. J., Elbers, A. R. W., Stegeman, J. A., & de Koeijer, 
A. A. (2014). Risk based surveillance for early detection of low pathogenic 
avian influenza outbreaks in layer chickens. Preventive Veterinary Medicine, 
117(1), 251–259. https://doi.org/10.1016/j.preve tmed.2014.08.015

Gonzales, J. L., & Elbers, A. R. W. (2018). Effective thresholds for re-
porting suspicions and improve early detection of avian influenza 

outbreaks in layer chickens. Scientific Reports, 8(1), 8533. https://doi.
org/10.1038/s4159 8-018-26954 -9

Gonzales, J. L., Elbers, A. R., Bouma, A., Koch, G., de Wit, J. J., & 
Stegeman, J. A. (2010). Low-pathogenic notifiable avian influenza 
serosurveillance and the risk of infection in poultry - a critical review 
of the European Union active surveillance programme (2005–2007). 
Influenza and Other Respiratory Viruses, 4(2), 91–99. https://doi.
org/10.1111/j.1750-2659.2009.00126.x

Gonzales, J. L., Elbers, A. R. W., Stegeman, J. A., Buist, W. G., Koch, G., de 
Wit, S., Engel, B. (2012). Probability of seroconversion against low patho-
genic avian influenza virus infections in chickens and time to antibody de-
tection in sera and egg samples. In Surveillance of low pathogenic avian 
influenza in layer chickens: Risk factors, transmission and early detection. 
(PhD thesis) (Vol. Thesis, pp. 167). Utrecht, Utrecht University.

Gonzales, J. L., Stegeman, J. A., Koch, G., de Wit, S. J., & Elbers, A. R. 
(2013). Rate of introduction of a low pathogenic avian influenza virus 
infection in different poultry production sectors in the Netherlands. 
Influenza and Other Respiratory Viruses, 7(1), 6–10. https://doi.
org/10.1111/j.1750-2659.2012.00348.x

Hornman, M., Koffijberg, K., van Winden, E., van Els, P., Klaassen, O., 
Zwanenwerkgroep, S. G.-E., & Soldaat, L. (2018). Watervoegels in 
Nederland in 2015/2016. Sovon rapport 2018/07. Retrieved from 
Nijmegen.

Keeling, M. J., & Rohani, P. (2008). Modeling infectious diseases in humans 
and animals. Princeton, NJ: Princeton University Press.

Kleyheeg, E., Slaterus, R., Bodewes, R., Rijks, J. M., Spierenburg, M. A. H., 
Beerens, N., … van der Jeugd, H. P. (2017). Deaths among wild birds 
during highly pathogenic Avian Influenza A(H5N8) virus outbreak, 
the Netherlands. Emerging Infectious Diseases, 23(12), 2050–2054. 
https://doi.org/10.3201/eid23 12.171086

Longworth, N., Mourits, M. C. M., & Saatkamp, H. W. (2014). Economic 
analysis of HPAI control in the Netherlands II: Comparison of con-
trol strategies. Transboundary and Emerging Diseases, 61(3), 217–232. 
https://doi.org/10.1111/tbed.12034

Monne, I., Fusaro, A., Nelson, M. I., Bonfanti, L., Mulatti, P., Hughes, J., … 
Cattoli, G. (2014). Emergence of a highly pathogenic avian influenza 
virus from a low-pathogenic progenitor. Journal of Virology, 88(8), 
4375–4388. https://doi.org/10.1128/jvi.03181 -13

Nuñez, I. A., & Ross, T. M. (2019). A review of H5Nx avian influenza 
viruses. Therapeutic Advances in Vaccines and Immunotherapy, 7, 
2515135518821625. https://doi.org/10.1177/25151 35518 821625

Scott, J. W., & Clark, L. (2006). Effectiveness of a motion-activated laser haz-
ing system for repelling captive Canada geese. Wildlife Society Bulletin, 34, 
2–7. https://doi.org/10.2193/0091-7648(2006)34[2:EOAML H]2.0.CO;2

Shaib, H., Cochet, N., Ribeiro, T., Nour, A., Nemer, G., Saade, M., & Barbour, 
E. (2011). Pathogenicity and amino acid sequences of hemaggluti-
nin cleavage site and neuraminidase stalk of differently passaged 
H9N2-avian influenza virus in broilers. Advances in Bioscience and 
Biotechnology, 2, 198–206. https://doi.org/10.4236/abb.2011.24030

Stolwijk, A. M., Straatman, H., & Zielhuis, G. A. (1999). Studying season-
ality by using sine and cosine functions in regression analysis. Journal 
of Epidemiology and Community Health, 53(4), 235–238. https://doi.
org/10.1136/jech.53.4.235

The Global Consortium for H5N8 and Related Influenza Viruses (2016). 
Role for migratory wild birds in the global spread of avian influenza 
H5N8. Science, 354(6309), 213–217. https://doi.org/10.1126/scien 
ce.aaf8852

Verhagen, J. H., Lexmond, P., Vuong, O., Schutten, M., Guldemeester, J., 
Osterhaus, A. D. M. E., … Fouchier, R. A. M. (2017). Discordant detec-
tion of avian influenza virus subtypes in time and space between poul-
try and wild birds; Towards improvement of surveillance programs. PLoS 
One, 12(3), e0173470. https://doi.org/10.1371/journ al.pone.0173470

von Waldburg-Zeil, C. G., van Staaveren, N., & Harlander-Matauschek, 
A. (2019). Do laying hens eat and forage in excreta from other hens? 
Animal, 13(2), 367–373. https://doi.org/10.1017/s1751 73111 8001143

https://doi.org/10.1111/tbed.13169
https://doi.org/10.1111/tbed.13169
https://doi.org/10.3201/eid2404.172124
https://doi.org/10.1111/tbed.13199
https://doi.org/10.1111/tbed.13199
https://doi.org/10.1051/vetres:2007008
https://doi.org/10.3201/eid2309.170276
https://doi.org/10.2807/1560-7917.es2015.20.26.21174
https://doi.org/10.2903/sp.efsa.2017.EN-1285
https://doi.org/10.2903/sp.efsa.2017.EN-1285
https://www.R-project.org/
https://doi.org/10.1111/tbed.12906
https://doi.org/10.1111/tbed.13382
https://doi.org/10.2903/j.efsa.2019.5945
https://doi.org/10.2903/j.efsa.2019.5945
https://doi.org/10.2903/j.efsa.2017.5141
https://doi.org/10.1016/j.prevetmed.2014.08.015
https://doi.org/10.1038/s41598-018-26954-9
https://doi.org/10.1038/s41598-018-26954-9
https://doi.org/10.1111/j.1750-2659.2009.00126.x
https://doi.org/10.1111/j.1750-2659.2009.00126.x
https://doi.org/10.1111/j.1750-2659.2012.00348.x
https://doi.org/10.1111/j.1750-2659.2012.00348.x
https://doi.org/10.3201/eid2312.171086
https://doi.org/10.1111/tbed.12034
https://doi.org/10.1128/jvi.03181-13
https://doi.org/10.1177/2515135518821625
https://doi.org/10.2193/0091-7648(2006)34%5B2:EOAMLH%5D2.0.CO;2
https://doi.org/10.4236/abb.2011.24030
https://doi.org/10.1136/jech.53.4.235
https://doi.org/10.1136/jech.53.4.235
https://doi.org/10.1126/science.aaf8852
https://doi.org/10.1126/science.aaf8852
https://doi.org/10.1371/journal.pone.0173470
https://doi.org/10.1017/s1751731118001143


10  |     GONZALES Et AL.

Webster, R. G., Bean, W. J., Gorman, O. T., Chambers, T. M., & Kawaoka, 
Y. (1992). Evolution and ecology of influenza A viruses. Microbiology 
and Molecular Biology Reviews, 56(1), 152–179.

SUPPORTING INFORMATION
Additional supporting information may be found online in the 
Supporting Information section.

How to cite this article: Gonzales JL, Pritz-Verschuren S, 
Bouwstra R, Wiegel J, Elbers ARW, Beerens N. Seasonal risk 
of low pathogenic avian influenza virus introductions into 
free-range layer farms in the Netherlands. Transbound Emerg 
Dis. 2020;00:1–10. https://doi.org/10.1111/tbed.13649

https://doi.org/10.1111/tbed.13649

