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Environmental transmission of influenza A virus in mallards
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ABSTRACT Influenza A viruses present a major challenge for animal and human health. 
They circulate widely in wild waterfowl and frequently spillover into poultry, emphasiz­
ing the need for risk-based surveillance in wild birds and an understanding of the 
relative importance of different transmission mechanisms. We addressed this objective 
with a replicated (N = 6) experimental infection study in which we serially exposed 
eight cohorts of four naïve contact mallards to an experimentally infected mallard and a 
shared water pool. Viral concentration in the water was a better predictor of transmission 
than several direct measures of viral shedding in the focal duck. Our data provide 
quantification of transmission probability and its variation throughout the infectious 
period of an infected duck. Our findings highlight the need to consider environmental 
surveillance in risk-based surveillance planning and provide realistic parameters for 
identifying optimal control strategies using epidemiological inference.

IMPORTANCE Wild birds are the natural reservoir hosts of influenza A viruses. Highly 
pathogenic strains of influenza A viruses pose risks to wild birds, poultry, and human 
health. Thus, understanding how these viruses are transmitted between birds is critical. 
We conducted an experiment where we experimentally infected mallards which are 
ducks that are commonly exposed to influenza viruses. We exposed several contact 
ducks to the experimentally infected duck to estimate the probability that a contact duck 
would become infected from either exposure to the virus shed directly from the infected 
duck or shared water contaminated with the virus from the infected duck. We found 
that environmental transmission from contaminated water best predicted the probability 
of transmission to naïve contact ducks, relatively low levels of virus in the water were 
sufficient to cause infection, and the probability of a naïve duck becoming infected 
varied over time.

KEYWORDS avian influenza, influenza A, environmental transmission, wild bird, 
mallard, Anas platyrhynchos, infectious dose

A vian influenza A virus (IAV) is a high-consequence pathogen that continues to 
threaten public and animal health globally. IAVs have very high evolutionary rates 

and infect a wide range of bird species, resulting in the continual emergence and 
re-emergence of novel viral strains (1, 2). For example, in 2014, H5Nx (2.3.4.4.b), highly 
pathogenic (HP) IAV strains, began spreading globally in wild birds and are now causing 
unprecedented outbreaks in captive and wild birds in dozens of countries (3). The 
recent re-emergence of HPIAVs (H5) viruses in US wild birds (4) resulted in 683 captive 
bird flocks affected across 47 states from January 2022 to December 2022 (5). This 
pattern of rapid and widespread distribution of IAV outbreaks in captive birds suggests 
that spillover from wild birds can be frequent and plays an important role in shaping 
the spatial dynamics of outbreaks in captive birds during re-emergence (3), and more 
recently, of free-ranging mammals (6).

Mallards (Anas platyrhynchos) act as an important reservoir for a wide diversity of 
IAV genotypes (7, 8) and contribute to the geographic spread of novel IAVs, given their 
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ubiquity across the globe (8, 9). In mallards and many other species of wild birds, IAV 
is shed through the gastrointestinal tract in feces that can contaminate water sources 
or surfaces in the environment (10). Other individuals can become infected through 
oral uptake of contaminated water, soil, or fecal matter (11). It is widely believed that 
such environmental transmission is a predominant mechanism of transmission and 
persistence of IAV in wild bird populations (9, 10, 12, 13). Mallards and other dabbling 
ducks prefer shallow aquatic habitats, suggesting that environmental transmission is 
especially important for this group of IAV hosts because those habitats allow IAVs to 
reach high concentrations in the environment (14, 15). Rohani et al. (16) outlined several 
factors pointing to the likelihood of environmental transmission of IAV in dabbling 
ducks, including the demonstrated persistence of IAV in water (17, 18), high juvenile 
infection rates (1) indicative of exposure outside of family groups, and the failure of 
density-dependent transmission to appropriately capture transmission dynamics and 
interseasonal persistence (16, 19). While environmental transmission of avian IAVs is 
currently accepted as an important transmission mechanism, much of the evidence for 
and attempts to quantify environmental transmission mechanisms are indirect (e.g., 16, 
20–23), limiting our ability to understand its role in the epidemiology of this impor­
tant global pathogen. Understanding the relative importance of different transmission 
mechanisms of IAVs in wild bird hosts is fundamental for appropriately targeting control, 
developing better predictive models for risk assessment, and guiding effective risk-based 
surveillance (24).

Quantifying transmission processes in nature is challenging. Experimental infection 
studies offer an important tool to fill data gaps about natural transmission mechanisms 
(24, 25). Recent experimental infection studies have begun to provide direct evidence 
of environmental transmission of IAV in wild and domestic bird species and have laid 
the groundwork for quantifying the role and rates of environmental transmission in 
IAV infections (26–28). Individual-level variation in behavior and within-host infection 
dynamics can be high, necessitating high levels of replication for each dimension of 
interest (e.g., transmission mechanism, time, etc.), which rapidly expands the size of 
the study. For this reason, no studies to date have quantified transmission over time, 
which requires housing many individuals concurrently and separately, and is logisti­
cally challenging, e.g., reference (28), especially for HPIAVs that need to be studied in 
high-containment conditions. In this study, we leveraged an extensive captive animal 
facility to quantify transmission probability by environmental transmission, its relation­
ship to viral concentration (dose-response), its variation throughout an individual’s 
infection curve, and whether exposure levels to contact ducks predict subsequent 
infection dynamics in contact ducks. We conducted experiments with a low pathogenic­
ity IAV (LPIAV) strain (H6N2) that is widespread, circulates at high prevalence, has a broad 
host range, frequently co-infects with a variety of subtypes including H5s, and has shown 
increased adaptation to poultry and mammals (29–34).

Our experimental design allowed us to infer how much transmission in each cohort of 
contact ducks was due to the level of oral, fecal, and cloacal viral shedding by the focal 
duck they were exposed to, as well as the viral load in the shared water pool. This design 
featured a replicated (N = 6) experiment in which we serially exposed eight cohorts 
of four naïve contact mallards over time to an experimentally infected mallard and a 
shared water pool (Fig. 1). After a short exposure to the focal duck, contact ducks were 
removed and housed separately to ensure that their infection was due only to exposure 
to the focal duck. The shared water pool was also cleaned, and new water was added in 
between each cohort’s exposure to ensure contact transmission only included virus shed 
during the exposure period. Our data quantify the role of environmental transmission 
of IAVs in mallard ducks, document variation in transmission probability over time, and 
provide dose-response curves from water for improving risk assessment and planning 
effective surveillance (e.g., 12, 24).
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FIG 1 Schematic of experimental design. The process of adding and removing four new naïve contact ducks is repeated eight times for a total of 32 contact 

ducks exposed to each focal duck throughout the focal duck’s infection. After each 17-hour exposure period, contact ducks were removed and housed 

individually. Before each new cohort was added, we cleaned the focal duck pen by hosing pen floors and sanitizing and refilling food bowls, water bowls, and 

water pools. Thus, each contact cohort was only exposed to the amount of virus shed by the focal duck within the 17-hour exposure period (i.e., viral shedding by 

the focal duck was not cumulative). The entire experiment was conducted six times with a new focal duck and new cohorts of contact ducks.
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RESULTS

Shedding in focal ducks

The six experimentally inoculated focal ducks exhibited variation in viral shedding curves 
across sample types (Fig. 2; Fig. S1). Median peak viral loads were 7.2 × 104, 1.9 × 102, 4.5 
× 103, and 4.6 × 104 EID50/mL for fecal, oral, cloacal, and water samples respectively, and 
ranged across three orders of magnitude across the six focal ducks: (6.7 × 103 to 3.0 × 
105—fecal), (5.3 × 101 to 5.6 × 102—oral), (1.6 × 102 to 1.6 × 105—cloacal), and (5.0 × 103 

to 1.6 × 105—water) (Table S1). Duration of viral RNA detection tended to be the longest 
in fecal (median 8.3 days) and water (median 8.7 days) samples, but time to the peak viral 

FIG 2 Descriptive plots of experimental infection data. (A) Viral RNA concentrations (calibrated to EID50/mL) in fecal samples collected from inoculated focal 

ducks over time. (B) Viral RNA concentrations for water samples collected from water pools over time. (C) The number of contact ducks in each of the eight 

serially introduced cohorts of four ducks that became infected after being exposed to one of the six focal ducks for 17 hours. Each time (hours post-inoculation) 

on the x-axis represents the introduction time of one of the eight contact cohorts, and each colored line is for a different focal duck replicate of the experiment. 

(D) The number of contact ducks from a cohort that became infected was plotted against the viral RNA concentration in water at the end of the cohort exposure 

period. Each symbol type is associated with an individual focal duck, and each of the same symbols represents one of the eight cohorts associated with that focal 

duck. (A–D): Each colored line is for a different focal duck; colors are shown in D’s legend. (A–B) Thick black line is the median with Gaussian smoothing over a

5-day window; shaded regions are the 95% credible intervals. (C) Thick black line is the mean with Gaussian smoothing over a 5-day window; shaded regions are 

the 95% confidence intervals.
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load was the shortest in oral and water samples and longer in fecal and cloacal samples 
(median of 1.5 and 2.7 days, respectively, versus 4.0 and 3.5 days, respectively; Table S1).

Temporal trends in transmission probability to contact ducks

When viewing the raw data descriptively, it was apparent that the number of contact 
ducks that became infected rose and then fell sharply similar to average viral replication 
dynamics in focal ducks (Fig. 2C compared with Fig. 2A and B). Also, it appeared that 
transmission probability was equally low during the early and late phases of the focal 
duck viral growth curve but corresponded to different viral loads, e.g., in the early phase 
of a focal duck’s infection when transmission probability was 0.25, viral loads in water 
were <102 EID50 equivalents/mL, but in the late phase when transmission probability was 
0.25, viral loads were ~5 × 102 EID50 equivalents/mL (compare Fig. 2B and C).

Viral load in water was the strongest predictor of transmission to contact 
ducks

Viral load in water showed the strongest correlation to the number of contact ducks 
infected across the range of sample viral loads (Fig. 2D; Fig. S2). Correspondingly, the 
logistic mixed effects regression models of contact-duck infection status as a function of 
water, fecal, cloacal, or oral viral RNA concentrations in focal ducks showed that models 
without viral loads in water were significantly less supported compared to models that 
included viral loads in water. Furthermore, models that included viral loads in water 
were not significantly improved by adding viral loads through other potential routes of 
uptake (i.e., direct oral contact, direct cloacal contact, or contact with fecal material on 
the ground from the focal duck, Table 1).

Dose-response curves through environmental transmission

The top regression models all contained a significant effect of pre- and post-peak viral 
loads on the transmission probability to contact ducks. This result was consistent with 
the descriptive data trends that showed that the quantitative relationship between viral 
loads in focal ducks and transmission probability to contact ducks depended on whether 
the focal duck’s within-host infection dynamics were before or after their peak levels. 
While the slope of the relationship did not change significantly (Table 1), higher viral 
loads in water after the focal duck’s peak shedding time were needed to reach the 
same transmission probabilities to contact ducks as those before the focal duck’s peak 
shedding time (Fig. 3). In the pre-peak relationships, the model-predicted transmission 
probability was <0.1 on average when the viral concentration in water was 2 EID50 
equivalents/mL (95% confidence interval: [1, 9]; Fig. 3), increased to 0.25 when the 
average concentration was 9 EID50 equivalents/mL (95% confidence interval: [2, 45]; Fig. 
3), and was 0.5 when the concentration was 50 EID50 equivalents/mL (95% confidence 
interval: [10, 263]; Fig. 3). Viral concentrations that led to transmission probabilities as 
high as 0.75 or 0.9 were as follows: 275 EID50 equivalents/mL (95% confidence interval: 
[59, 1,778]) and 1.4 × 103 EID50 equivalents/mL (95% confidence interval: [275, 1.2 × 104]), 
respectively. The wide range in the dose-response relationship reflects variability in the 
amount of viral shedding by focal ducks as seen in their individual shedding curves in 
water (colored lines in Fig. 2B). For the same relationships after the peak viral loads in the 
focal ducks, the quantities were as follows: 18 [2, 78], 85 [15, 355], 457 [98, 2.0 × 103], 2.5 
× 103 [589, 1.3 × 103], and 1.3 × 104 [2.9 × 103, 8.7 × 104] for transmission probabilities 
of 0.1, 0.25, 0.5, 0.75, and 0.9, respectively (Fig. 3). Thus, viral loads measured by RT-qPCR 
after the peak needed to be almost 10 times higher to reach the same transmission 
probability as the same viral loads up to and including the peak viral concentration time 
in the focal duck’s viral replication curve.
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DISCUSSION

We demonstrate that the dominant mode of transmission from mallard ducks infected 
with an endemic wild bird IAV strain occurs from shedding into and uptake from 
water. Viral shedding routes likely involved in direct contact (e.g., oral, cloacal, and 
fecal) explained comparatively less variation in transmission probability to contact ducks. 
Indirect transmission through feces on the ground likely occurred, but fecal loads did 
not significantly improve transmission models that included viral RNA concentrations in 
water.

The important role of transmission in water emphasizes the need to continue 
investing effort into optimizing environmental surveillance protocols (12, 24). Recent 
studies involving GPS tracking of wild waterfowl (including three mallards) suggest that 
even small water sources near or on captive bird premises can attract wild waterfowl 
visitation (35). Birds can become infected by drinking contaminated water or through 
natural behaviors that include wading and drinking (26, 36). A recent experimental 
infection study estimated R0 (the number of infections that occur in a wholly naïve 
population from a single infected individual) from water contaminated with HPIAVs to 
be 3 on average, and as high as 4.2 (27), supporting our finding that environmental 
transmission is a major transmission mechanism for mallards.

Similar to Ahrens et al. (2022), we found that very low titers in water (<55 EID50 
equivalents/mL of pre-peak viral concentration) produced a substantial transmission 

TABLE 1 (A) Model selection results [difference in Akaike information criterion (AIC); ΔAIC) with absolute 
goodness of fit estimates (area under the curve; AUC) for models estimating transmission probability to 
contact ducks. All models have a random effect for focal ducks. (B) Coefficient estimates for the most 
parsimonious and competitive model with 95% confidence intervals. This model was used to infer the 
dose-response relationship (Fig. 3)a

A. Model selection

Model AIC ΔAIC AUC

Water + PrePost + (1|Focal) 107.9 0 0.90
Water × PrePost + (1|Focal) 109.3 1.4 0.91
Water + Cloacal + PrePost + (1|Focal) 109.5 1.5 0.91
Water + Fecal + PrePost + (1|Focal) 109.5 1.6 0.91
Water + Oral + PrePost + (1|Focal) 109.8 1.8 0.90
Water + Fecal + (1|Focal) 116.5 8.6 0.89
Water + (1|Focal) 116.5 8.6 0.90
Water + Cloacal + (1|Focal) 116.6 8.7 0.90
Water + Oral + (1|Focal) 118.4 10.5 0.90
Fecal + (1|Focal) 158.8 50.9 0.81
Cloacal + (1|Focal) 159.7 51.8 0.81
Fecal + PrePost + (1|Focal) 160.7 52.8 0.81
Fecal × PrePost + (1|Focal) 161.1 53.2 0.82
Cloacal + PrePost + (1|Focal) 161.7 53.7 0.81
Cloacal × PrePost + (1|Focal) 163.1 55.2 0.80
Oral × PrePost + (1|Focal) 206.7 98.8 0.76
Oral + (1|Focal) 215.7 107.8 0.69
Oral + PrePost + (1|Focal) 217.0 109.1 0.67
(1|Focal) 223.8 115.8 0.64
PrePost + (1|Focal) 225.7 117.7 0.57

B. Parameter estimates for the most parsimonious, top model

Variable Mean 2.5% 97.5%

Intercept −2.93 −4.23 −1.63
Water 1.72 1.24 2.20
PrePost −1.64 −2.75 −0.53
aPrePost is a two-level factor indicating whether the data for the number of contact ducks infected occurred before 
(and including) the peak viral concentration in the focal duck (Pre) versus after the peak viral concentration in the 
focal duck (Post)
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probability (e.g., 0.5). A difference between the Ahrens et al. (2022) study and ours is 
that while they found that all contact ducks became infected when exposed to low viral 
doses in water, we found that higher doses (>1.4 103 EID50 equivalents/mL of pre-peak 
viral concentration) were necessary for all contact ducks to become infected. This 
discrepancy could be due in part to differences among the viral strains (we examined 
an H6N2 virus, whereas they examined an HP H5N8). However, a larger part of the 
discrepancy is likely due to the methodological differences in Ahrens et al.’s (2022) 
experiment, where some initially infected contacts increased the viral loads in the water, 
thus allowing additional contacts to become infected (26). In our experiment, each group 
of four contact ducks was only exposed to the viral loads in water for 17 hours and then 
housed separately (the minimum time between infection and the onset of shedding 
for our H6N2 virus was 19 hours; Susan Shriner, unpublished data). Thus, each contact 
duck only could be infected by the viral loads we measured in water. However, in Ahrens 
et al.’s (2022) experiment, each group of four contact ducks was housed together for 
13 consecutive days, making it challenging to disentangle how many ducks became 
infected from the initial low viral concentration in water or additional viral excretion by 
infected contacts.

Another strength of our experimental design is that it enabled us to quantify the 
dose-response curve from water-borne infection during a relatively short exposure 
period. We changed the water after each contact group’s exposure so that each group 
was only exposed to the current levels of viral shedding from focal ducks. This allowed 
us to link transmission probability directly to the virus that was shed during different 
phases of the focal duck’s infection. Also, we were able to relate the infectiousness of the 
focal duck throughout its infectious period to transmission probability in contact ducks 
because each contact cohort was only exposed to the focal duck for 17 hours and then 
housed individually to avoid cross-contamination among contact ducks.

Our finding that higher viral concentrations are needed to reach the same transmis­
sion probability in late relative to early phases of a focal duck’s infection is similar to 
SARS-CoV-2 in humans (37) (although the cited study used a measure of infectiousness 
instead of transmission probability). A likely explanation for these patterns is that more 
of the viral particles detectable by RT-qPCR are viable early during infection when 
viral populations are growing exponentially rather than later on when viral replication 
is declining. Our results suggested that only ~1/10 of the viral particles detected by 
RT-qPCR after the peak viral load in focal ducks are viable for infecting contact ducks.

Quantifying variation in transmission rates among hosts due to social behavior or 
other factors is crucial for accurately predicting epidemiological parameters such as R0 
and the timing of outbreaks (38). In the same way, variations in infection dynamics 

FIG 3 The predicted transmission probability from focal to contact ducks based on the concentration of virus in water for each focal duck replicate. The 

predicted 50% transmission probability occurs when the concentration of viral RNA in water is 182.0 EID50 equivalents/mL (95% confidence interval [38.0, 831.7]). 

The shaded region shows a 95% confidence interval of the mean.
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such as viral loads shed by hosts and the kinetics of shedding over the course of 
infection in combination with different transmission mechanisms or other processes 
such as the host immune response could be other important drivers of heterogeneity in 
transmission rates among hosts (39–42). For example, low-dose infections could lead to 
more low-dose infections or lower transmission rates in the population because it takes 
longer for a low-dose infection to reach peak viral loads such that the infectious period 
is characterized by a longer period of low viral loads (41). Furthermore, transmission 
rates are generally modeled as constant across the infectious period (e.g., 43) despite 
the well-described pattern of varying viral load over the course of infection. Data directly 
linking patterns of viral shedding with the probability of transmission have the potential 
to improve models of disease spread (e.g., 44).

Due to the logistical constraints of the experiment, our measures of transmission 
probability were coarse because each cohort only had four contact ducks. Larger 
numbers of contact ducks in each cohort would help to better resolve transmission 
probability but this was not possible as we needed to house each individual from each 
cohort separately to avoid cross-contamination. Although our measure of transmission 
probability was coarse, we were able to capture a distinct increase in peak transmission 
probability followed by a decline in transmission probability suggesting this limitation 
did not affect our main conclusions. Second, the pools we used to examine water-borne 
transmission were smaller than many water bodies used by wild birds where environ­
mental transmission was found to be important (45). However, wild birds are known to 
use and be attracted to puddle-size water suggesting that small water pools are relevant 
in IAV epidemiology in wild birds (35). Finally, although our study investigated a single 
IAV strain in a single host species, we focused on one of the most common hosts of IAVs 
and a widely distributed endemic strain of IAV—H6N2 (29). H6Nx strains show frequent 
reassortment including intercontinental gene exchange, increased burden to poultry, 
and can infect and transmit in mammals (30, 33, 34).

The currently circulating HP 2.3.4.4.b viruses are showing signs of adaption and 
persistence in wild waterfowl and are spreading similarly to LP IAVs (46), suggesting 
that studies of highly prevalent LPIAVs with wide host range and frequent co-infection 
ability [such as H6Nx viruses (29, 32)] are a good model of the epidemiological pro­
cesses driving the circulation of these HP viruses. Also, environmental transmission has 
historically been associated with LPIAV in wild birds while direct transmission has been 
associated with HPIAVs in captive birds. Circulation, persistence, and virulence of current 
2.3.4.4.b viruses in wild birds suggest that these strains have adapted to some species 
of wild birds and are behaving like LPIA viruses in mallards (46, 47). Thus, it is likely that 
environmental transmission may be a dominant transmission mechanism for these HPIA 
2.3.4.4.b viruses as well as the LPIA virus we studied, highlighting the importance of 
better characterization of the environmental transmission process.

Conclusions

Our work provides robust quantification of transmission processes to support risk 
assessments of viral emergence in different ecosystems, design risk-based surveillance, 
and develop realistic models of epidemiological dynamics that can be used to identify 
optimal control strategies. Transmission through water was overwhelmingly the most 
important transmission mechanism and occurred at very low viral concentrations in 
water highlighting an important role for environmental surveillance in risk assessment.

MATERIALS AND METHODS

Viral strains and hosts

We used a North American endemic IAV [A/wild bird/IL/183983–24/06(H6N2)] propaga­
ted from a wild bird fecal sample collected during national avian IAV wild bird surveil­
lance (48). The virus was propagated in the allantoic cavities of 9- to 11-day-old-specific 
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pathogen-free embryonated hen eggs using standard methods (49) and the Reed and 
Muench method to calculate viral titers (50).

Flying mallards were obtained at 2 days of age from a commercial avian hatchery 
(Murray McMurray Hatchery, Inc. Webster City, IA, USA) and were housed in quarantine 
facilities for 2 weeks and later maintained in a large outdoor flight pen (18.5 m × 38.0 m) 
prior to testing when the mallards were approximately 10 months old. Oral, cloacal, fecal, 
and blood samples were collected from all ducks prior to study initiation to detect any 
current or previous IAV infection. In addition, sentinel mallards were co-housed in the 
flight pen and sampled regularly to ensure any natural exposures would be detected. All 
procedures were approved by our Institutional Animal Care and Use Committee (Protocol 
1912). Food and water were provided ad libitum, indoor pens were equipped with an 
artificial pond, and the outdoor flight pen was equipped with artificial ponds, wooden 
shelters, and heat lamps during cold weather.

Experimental design

We inoculated a focal mallard orochoanally with 104 EID50/mL of the H6N2 IAV. Post-
inoculation, the focal duck was housed in a pen surrounded by a floor-to-ceiling plastic 
Zipwall around the perimeter of the pen in an indoor BSL-2 aviary. We sequentially 
introduced eight independent cohorts of four naïve mallards into the focal duck pen 
(Fig. 1). In a pilot study, we determined that the minimum time between inoculation 
of a focal duck and detection of shed viral RNA from an infected contact was 19 hours 
(unpublished data). Thus, we cohoused each cohort with the focal duck for a 17-hour 
interval and then removed the cohort from the pen before introducing the next cohort 
to ensure that contact infections stemmed only from the focal duck’s routes of shedding. 
Upon removal from the focal duck pen, each contact mallard was individually housed 
and sampled at the time intervals as shown in Table 2. The eight cohorts were introduced 
at 19-hour intervals relative to inoculation of the focal duck (hours: 0, 19, 38, 57, 76, 101, 
142, and 191; Fig. 1). We cleaned the focal duck pen in between the addition of naïve 
contact cohorts by hosing pen floors and sanitizing and refilling food bowls, water bowls, 
and water pools.

We replicated this procedure six times, i.e., six focal ducks and associated cohorts (N = 
6 focal mallards × 8 cohorts/focal mallard × 4 mallards/cohort = 192 total ducks). One of 
the focal ducks did not have an eighth cohort, and the sample data from the sixth cohort 
of another focal duck were lost.

Sample collection

We collected oral, cloacal, and fecal swabs at regular intervals from both the focal 
duck and contact ducks (see Table 2 for sampling times). Each focal or contact duck 
was placed in an individual sample collection box until a fecal sample was available. 
Collection boxes were cleaned and sanitized between sample collection periods. We also 
collected water samples from the focal duck pen prior to cleaning the pen and before the 
addition of a new cohort of naïve contact ducks.

TABLE 2 Time points that samples were collected from focal ducks and contact ducks (cohorts)a

Cohort(s) The hour samples were collected post-inoculation (focal ducks) or post-exposure (contact ducks)

1, 2, 3 36 55 74 93 112 131
4 36 55 74 93 112 134
5 36 55 74 93 115 132
6 30 55 77 96 114 138
7 35 55 73 93 123 144
8 30 48 74 95 120

Focal 17 36 55 74 93 101 118 142 159, 167, 208, 221, 239
aEight cohorts (labeled 1–8 in the first column) of contact ducks were introduced into a focal duck pen at hours 0, 19, 38, 57, 76, 101, 142, and 191 post-inoculation, 
respectively. Samples were collected post-exposure from each cohort at the hours shown in each row. The bottom row shows the post-inoculation hour that samples were 
collected in focal ducks.
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Laboratory testing

We determined viral RNA loads for each sample type using RT-qPCR. Viral RNA was 
extracted using a MagMAX-96 AI/ND Viral RNA Isolation Kit (Thermo Fisher Scientific, 
Inc.,  Waltham, MA, USA), and RT-qPCR was performed as described previously (11). 
Of note, all  samples were run in duplicate and we quantified viral RNA using a 
4-point calibration curve developed from titered stock virus (102,  103,  104,  and 105 

EID50/mL).

Estimating transmission probability from different exposure mechanisms

For each focal duck i and each group of contacts j, we observed the number of those 
contact ducks that become infected, denoted yij. We defined infection for contact 
ducks as individuals that had a minimum of two positive swabs (greater than 102 EID50 
equivalents) at two different sampling times. We modeled these data using logistic 
regression to predict transmission probability as follows.

yij Binom 4, pij
logit pij = β0 + x`ijβ + γiγij Normal 0, σ2

Here, x′ij denotes the vector of viral loads measured for focal duck i at the end 
of the exposure period for group j. For one of the x′ij, we also included a two-level 
factor ( “PrePost”) indicating whether the data point occurred before (and including) the 
peak or after the peak viral load in the focal duck. We identified the time point for the 
viral peak as the highest concentration of virus measured across all four sample types 
(i.e., we summed the viral concentration in oral, cloacal, fecal, and water at each time 
point and identified the maximum in the trajectory; then we assigned all values after 
the maximum 1, and 0 otherwise). We included a random effect for the focal duck (γi) 
to account for repeated measures on the focal ducks because each focal duck had a 
unique viral curve. We used viral loads within focal duck samples as linear predictors 
of transmission probability. The logit transformation naturally induces the expected 
saturating relationship between viral exposure and transmission probability. Considering 
each of the four sample types (water, fecal, oral, and cloacal) separately, we found that 
log-transforming the predictors (after adding 1 to account for cases where the measured 
viral load was exactly zero) performed better by Akaike information criterion (AIC) than 
either using the predictors untransformed or using a saturating transformation (which 
was only explored for water because viral loads in water were cumulative over each 
17-hour exposure period).

All candidate models were coded in Matlab (9.9.0.1538559, R2020b, The Mathworks
Inc., Natick, MA, USA) using the Statistics and Machine Learning Toolbox. We used the 
“Laplace” fit method in the fitglme function for estimating fits of the binomial models 
and the perfcurve function to estimate AUC. We compared model performance using 
AIC.

All data used in the analyses, including infection status and qPCR data (oral, cloacal, 
fecal, and water concentrations of influenza A viral RNA) are included as supplemental 
information.

AUTHOR AFFILIATIONS

1United States Department of Agriculture, Animal and Plant Health Inspection Service, 
Wildlife Services, National Wildlife Research Center, Fort Collins, Colorado, USA
2Department of Fish Wildlife and Conservation Biology, Colorado State University, Fort 
Collins, Colorado, USA
3Department of Biology and Graduate Degree Program in Ecology, Colorado State 
University, Fort Collins, Colorado, USA

Research Article mBio

September/October 2023  Volume 14  Issue 5 10.1128/mbio.00862-23 10

https://doi.org/10.1128/mbio.00862-23


AUTHOR ORCIDs

Susan A. Shriner  http://orcid.org/0000-0003-0349-7182

FUNDING

Funder Grant(s) Author(s)

U.S. Department of Agriculture (USDA) Appropriated funds Susan A. Shriner

AUTHOR CONTRIBUTIONS

Kim M. Pepin, Conceptualization, Data curation, Formal analysis, Investigation, Writing – 
original draft | Clinton B. Leach, Conceptualization, Formal analysis, Methodology, Writing 
– review and editing | Nicole L. Barrett, Investigation, Methodology, Writing – review
and editing | Jeremy W. Ellis, Investigation, Methodology, Writing – review and editing
| Kaci K. VanDalen, Conceptualization, Investigation, Methodology, Writing – review and
editing | Colleen T. Webb, Conceptualization, Formal analysis, Methodology, Writing
– review and editing | Susan A. Shriner, Conceptualization, Data curation, Funding
acquisition, Investigation, Methodology, Project administration, Resources, Supervision,
Writing – original draft, Writing – review and editing

ADDITIONAL FILES

The following material is available online.

Supplemental Material

Supplemental material (mBio00862-23-s0001.pdf). Table S1, Figures S1 and S2, and 
raw data.

REFERENCES

1. Webster RG, Bean WJ, Gorman OT, Chambers TM, Kawaoka Y. 1992.
Evolution and ecology of influenza-a viruses. Microbiol Rev 56:152–179. 
https://doi.org/10.1128/mr.56.1.152-179.1992

2. Yoon SW, Webby RJ, Webster RG. 2014. Evolution and ecology of
influenza A viruses. Curr Top Microbiol 385:359–375. https://doi.org/10.
1007/978-3-319-11155-1

3. Wille M, Barr IG. 2022. Resurgence of avian influenza virus. Science 
376:459–460. https://doi.org/10.1126/science.abo1232

4. USDA-APHIS. 2022. Wild bird avian influenza surveillance
5. USDA-APHIS. 2022. Confirmations of highly pathogenic avian influenza 

in commercial and backyard flocks
6. CDC. 2023. HPAI A(H5N1) virus infections among mammals
7. Lauterbach SE, McBride DS, Shirkey BT, Nolting JM, Bowman AS. 2020.

Year‑round influenza A virus surveillance in mallards (Anas platyrhyn­
chos) reveals genetic persistence during the under‑sampled spring
season. Viruses 12:632. https://doi.org/10.3390/v12060632

8. Olsen B, Munster VJ, Wallensten A, Waldenström J, Osterhaus ADME, 
Fouchier RAM. 2006. Global patterns of influenza a virus in wild birds.
Science 312:384–388. https://doi.org/10.1126/science.1122438

9. van Dijk JG, Verhagen JH, Wille M, Waldenström J. 2018. Host and virus
ecology as determinants of influenza A virus transmission in wild birds.
Curr Opin Virol 28:26–36. https://doi.org/10.1016/j.coviro.2017.10.006

10. Stallknecht DE, Brown J. 2008. Edited by D. Swayne. In avian influence, p 
43–58. Blackwell Publishing.

11. VanDalen KK, Franklin AB, Mooers NL, Sullivan HJ, Shriner SA. 2010.
Shedding light on avian influenza H4N6 infection in mallards: modes of
transmission and implications for surveillance. PLoS One 5:e12851. 
https://doi.org/10.1371/journal.pone.0012851

12. Verhagen JH, Fouchier RAM, Lewis N. 2021. Highly pathogenic avian
influenza viruses at the wild-domestic bird interface in Europe: future
directions for research and surveillance. Viruses 13:212. https://doi.org/
10.3390/v13020212

13. Ramey AM, Reeves AB, Drexler JZ, Ackerman JT, De La Cruz S, Lang AS, 
Leyson C, Link P, Prosser DJ, Robertson GJ, Wight J, Youk S, Spackman E, 
Pantin-Jackwood M, Poulson RL, Stallknecht DE. 2020. Influenza A
viruses remain infectious for more than seven months in northern
wetlands of North America. Proc Biol Sci 287:20201680. https://doi.org/
10.1098/rspb.2020.1680

14. Hill NJ, Runstadler JA. 2016. A bird's eye view of influenza A virus
transmission: challenges with characterizing both sides of a co-
evolutionary dynamic. Integr Comp Biol 56:304–316. https://doi.org/10.
1093/icb/icw055

15. Hill NJ, Takekawa JY, Cardona CJ, Ackerman JT, Schultz AK, Spragens KA, 
Boyce WM. 2010. Waterfowl ecology and avian influenza in California: do 
host traits inform us about viral occurrence Avian Dis 54:426–432. https:/
/doi.org/10.1637/8912-043009-Reg.1

16. Rohani P, Breban R, Stallknecht DE, Drake JM. 2009. Environmental
transmission of low pathogenicity avian influenza viruses and its
implications for pathogen invasion. Proc Natl Acad Sci U S A 106:10365–
10369. https://doi.org/10.1073/pnas.0809026106

17. Nazir J, Haumacher R, Ike A, Stumpf P, Böhm R, Marschang RE. 2010.
Long-term study on tenacity of avian influenza viruses in water (distilled 
water, normal saline, and surface water) at different temperatures. Avian 
Dis 54:720–724. https://doi.org/10.1637/8754-033109-ResNote.1

18. Stallknecht DE, Brown J. D. 2009. Tenacity of avian influenza viruses. Rev 
Sci Tech OIE 28:59–67. https://doi.org/10.20506/rst.28.1.1880

19. Roche B, Lebarbenchon C, Gauthier-Clerc M, Chang C-M, Thomas F, 
Renaud F, van der Werf S, Guégan J-F. 2009. Water-borne transmission
drives avian influenza dynamics in wild birds: the case of the 2005-2006 
epidemics in the camargue area. Infect Genet Evol 9:800–805. https://
doi.org/10.1016/j.meegid.2009.04.009

20. Breban R, Drake JM, Stallknecht DE, Rohani P. 2009. The role of
environmental transmission in recurrent avian influenza epidemics. PLoS 
Comput Biol 5:e1000346. https://doi.org/10.1371/journal.pcbi.1000346

Research Article mBio

September/October 2023  Volume 14  Issue 5 10.1128/mbio.00862-23 11

https://doi.org/10.1128/mbio.00862-23
https://doi.org/10.1128/mr.56.1.152-179.1992
https://doi.org/10.1007/978-3-319-11155-1
https://doi.org/10.1126/science.abo1232
https://doi.org/10.3390/v12060632
https://doi.org/10.1126/science.1122438
https://doi.org/10.1016/j.coviro.2017.10.006
https://doi.org/10.1371/journal.pone.0012851
https://doi.org/10.3390/v13020212
https://doi.org/10.1098/rspb.2020.1680
https://doi.org/10.1093/icb/icw055
https://doi.org/10.1637/8912-043009-Reg.1
https://doi.org/10.1073/pnas.0809026106
https://doi.org/10.1637/8754-033109-ResNote.1
https://doi.org/10.20506/rst.28.1.1880
https://doi.org/10.1016/j.meegid.2009.04.009
https://doi.org/10.1371/journal.pcbi.1000346
https://doi.org/10.1128/mbio.00862-23


21. Brown VL, Drake JM, Stallknecht DE, Brown JD, Pedersen K, Rohani P. 
2013. Dissecting a wildlife disease hotspot: the impact of multiple host
species, environmental transmission and seasonality in migration,
breeding and mortality. J R Soc Interface 10:20120804. https://doi.org/
10.1098/rsif.2012.0804

22. Gaidet N, Caron A, Cappelle J, Cumming GS, Balança G, Hammoumi S, 
Cattoli G, Abolnik C, de Almeida RS, Gil P, Fereidouni SR, Grosbois V, Tran 
A, Mundava J, Fofana B, El Mamy ABO, Ndlovu M, Mondain-Monval JY, 
Triplet P, Hagemeijer W, Karesh WB, Newman SH, Dodman T. 2012.
Understanding the ecological drivers of avian influenza virus infection in 
wildfowl: a continental-scale study across Africa. Proc Biol Sci 279:1131–
1141. https://doi.org/10.1098/rspb.2011.1417

23. Roche B, Rohani P. 2010. Environmental transmission scrambles
coexistence patterns of avian influenza viruses. Epidemics 2:92–98. 
https://doi.org/10.1016/j.epidem.2010.03.002

24. Pepin KM, Hopken MW, Shriner SA, Spackman E, Abdo Z, Parrish C, Riley 
S, Lloyd-Smith JO, Piaggio AJ. 2019. Improving risk assessment of the
emergence of novel influenza A viruses by incorporating environmental 
surveillance. Philos Trans R Soc Lond B Biol Sci 374:20180346. https://doi.
org/10.1098/rstb.2018.0346

25. Becker DJ, Seifert SN, Carlson CJ. 2020. Beyond infection: integrating
competence into reservoir host prediction. Trends Ecol Evol 35:1062–
1065. https://doi.org/10.1016/j.tree.2020.08.014

26. Ahrens AK, Selinka HC, Mettenleiter TC, Beer M, Harder TC. 2022.
Exploring surface water as a transmission medium of avian influenza 
viruses - systematic infection studies in mallards. Emerg Microbes Infect
11:1250–1261. https://doi.org/10.1080/22221751.2022.2065937

27. Beerens N, Germeraad EA, Venema S, Verheij E, Pritz-Verschuren SBE, 
Gonzales JL. 2021. Comparative pathogenicity and environmental
transmission of recent highly pathogenic avian influenza H5 viruses.
Emerg Microbes Infect 10:97–108. https://doi.org/10.1080/22221751.
2020.1868274

28. Ellis JW, Root JJ, McCurdy LM, Bentler KT, Barrett NL, VanDalen KK, 
Dirsmith KL, Shriner SA, Perez DR. 2021. Avian influenza A virus
susceptibility, infection, transmission, and antibody kinetics in European 
starlings. PLoS Pathog 17:e1009879. https://doi.org/10.1371/journal.
ppat.1009879

29. Everest H, Hill SC, Daines R, Sealy JE, James J, Hansen R, Iqbal M. 2020.
The evolution, spread and global threat of H6Nx avian influenza viruses. 
Viruses 12:673. https://doi.org/10.3390/v12060673

30. Li J, Quan C, Xie Y, Ke C, Nie Y, Chen Q, Hu T, Chen J, Wong G, Wang Q, 
Feng L, Yu H, Liu Y, Liu W, Gao GF, Liu WJ, Shi W, Bi Y. 2019. Continued
reassortment of avian H6 influenza viruses from Southern China,
2014-2016. Transbound Emerg Dis 66:592–598. https://doi.org/10.1111/
tbed.13037

31. Lin W, Cui H, Teng Q, Li L, Shi Y, Li X, Yang J, Liu Q, Deng J, Li Z. 2020.
Evolution and pathogenicity of H6 avian influenza viruses isolated from
Southern China during 2011 to 2017 in mice and chickens. Sci Rep
10:20583. https://doi.org/10.1038/s41598-020-76541-0

32. Pepin KM, Wang J, Webb CT, Smith GJD, Poss M, Hudson PJ, Hong W, 
Zhu H, Riley S, Guan Y. 2013. Multiannual patterns of influenza A
transmission in Chinese live bird market systems. Influenza Other Respir 
Viruses 7:97–107. https://doi.org/10.1111/j.1750-2659.2012.00354.x

33. Piaggio AJ, Shriner SA, VanDalen KK, Franklin AB, Anderson TD, 
Kolokotronis S-O. 2012. Molecular surveillance of low pathogenic avian
influenza viruses in wild birds across the United States: inferences from
the hemagglutinin gene. PLoS One 7:e50834. https://doi.org/10.1371/
journal.pone.0050834

34. Wang G, Deng G, Shi J, Luo W, Zhang G, Zhang Q, Liu L, Jiang Y, Li C, 
Sriwilaijaroen N, Hiramatsu H, Suzuki Y, Kawaoka Y, Chen H, Dermody 
TS. 2014. H6 influenza viruses pose a potential threat to human health. J 
Virol 88:3953–3964. https://doi.org/10.1128/JVI.03292-13

35. McDuie F, Matchett EL, Prosser DJ, Takekawa JY, Pitesky ME, Lorenz AA, 
McCuen MM, T OC, Ackerman JT, De La Cruz SEW, Casazza ML. 2022.

Pathways for avian influenza virus spread: GPS reveals wild waterfowl in 
commercial livestock facilities and connectivity with the natural wetland 
landscape. Transbound Emerg Dis 69:2898–2912. https://doi.org/10.
1111/tbed.14445

36. Wille M, Bröjer C, Lundkvist Å, Järhult JD. 2018. Alternate routes of
influenza A virus infection in mallard (Anas platyrhynchos). Vet Res
49:110. https://doi.org/10.1186/s13567-018-0604-0

37. Jones TC, Biele G, Mühlemann B, Veith T, Schneider J, Beheim-
Schwarzbach J, Bleicker T, Tesch J, Schmidt ML, Sander LE, Kurth F, 
Menzel P, Schwarzer R, Zuchowski M, Hofmann J, Krumbholz A, Stein A, 
Edelmann A, Corman VM, Drosten C. 2021. Estimating infectiousness
throughout SARS-CoV-2 infection course. Science 373:180 https://doi.
org/10.1126/science.abi5273

38. Lloyd-Smith JO, Schreiber SJ, Kopp PE, Getz WM. 2005. Superspreading
and the effect of individual variation on disease emergence. Nature 
438:355–359. https://doi.org/10.1038/nature04153

39. Pepin KM, Riley S, Grenfell BT. 2013. Effects of influenza antivirals on
individual and population immunity over many epidemic waves.
Epidemiol Infect 141:366–376. https://doi.org/10.1017/-
S0950268812000477

40. Pepin KM, Volkov I, Banavar JR, Wilke CO, Grenfell BT. 2010. Phenotypic
differences in viral immune escape explained by linking within-host
dynamics to host-population immunity. J Theor Biol 265:501–510. https:
//doi.org/10.1016/j.jtbi.2010.05.036

41. Steinmeyer SH, Wilke CO, Pepin KM. 2010. Methods of modelling viral
disease dynamics across the within- and between-host scales: the
impact of virus dose on host population immunity. Philos Trans R Soc
Lond B Biol Sci 365:1931–1941. https://doi.org/10.1098/rstb.2010.0065

42. Volkov I, Pepin KM, Lloyd-Smith JO, Banavar JR, Grenfell BT. 2010.
Synthesizing within-host and population-level selective pressures on
viral populations: the impact of adaptive immunity on viral immune
escape. J R Soc Interface 7:1311–1318. https://doi.org/10.1098/rsif.2009.
0560

43. Sree Hari Rao V, Durvasula RK. 2013. Edited by V. Sree Hari Rao and R.
Durvasula. In dynamic models of infectious diseases. Springer, New York, 
NY. https://doi.org/10.1007/978-1-4614-9224-5

44. Handel A, Lebarbenchon C, Stallknecht D, Rohani P. 2014. Trade-offs 
between and within scales: environmental persistence and within-host
fitness of avian influenza viruses. Proc Biol Sci 281:20133051. https://doi.
org/10.1098/rspb.2013.3051

45. Poulson RL, Luttrell PM, Slusher MJ, Wilcox BR, Niles LJ, Dey AD, 
Berghaus RD, Krauss S, Webster RG, Stallknecht DE. 2017. Influenza A
virus: sampling of the unique shorebird habitat at Delaware Bay, USA. R 
Soc Open Sci 4:171420. https://doi.org/10.1098/rsos.171420

46. Bevins SN, Shriner SA, Cumbee JC Jr, Dilione KE, Douglass KE, Ellis JW, 
Killian ML, Torchetti MK, Lenoch JB. 2022. Intercontinental movement of 
H5 2.3.4.4 highly pathogenic avian influenza A(H5N1) to the United
States, 2021. Emerg. Infect. Dis 28:1006–1011. https://doi.org/10.3201/
eid2805.220318

47. Hall JS, Grear DA, Krauss S, Seiler JP, Dusek RJ, Nashold SW, Webster RG. 
2021. Highly pathogenic avian influenza virus H5N2 (clade 2.3.4.4)
challenge of mallards age appropriate to the 2015 midwestern poultry
outbreak. Influenza Other Respir Viruses 15:767–777. https://doi.org/10.
1111/irv.12886

48. Deliberto TJ, Swafford SR, Nolte DL, Pedersen K, Lutman MW, Schmit BB, 
Baroch JA, Kohler DJ, Franklin A. 2009. Surveillance for highly patho­
genic avian influenza in wild birds in the USA. Integr Zool 4:426–439. 
https://doi.org/10.1111/j.1749-4877.2009.00180.x

49. Balish AL, Katz JM, Klimov AI. 2013. Influenza: propagation, quantifica-
tion, and storage. Curr Protoc Microbiol 15. https://doi.org/10.1002/
9780471729259.mc15g01s29

50. Reed LJ, Muench H. 1938. A simple method of estimating fifty percent
endpoints. Am J Hyg 27:493–497. https://doi.org/10.1093/oxfordjour­
nals.aje.a118408

Research Article mBio

September/October 2023  Volume 14  Issue 5 10.1128/mbio.00862-23 12

https://doi.org/10.1098/rsif.2012.0804
https://doi.org/10.1098/rspb.2011.1417
https://doi.org/10.1016/j.epidem.2010.03.002
https://doi.org/10.1098/rstb.2018.0346
https://doi.org/10.1016/j.tree.2020.08.014
https://doi.org/10.1080/22221751.2022.2065937
https://doi.org/10.1080/22221751.2020.1868274
https://doi.org/10.1371/journal.ppat.1009879
https://doi.org/10.3390/v12060673
https://doi.org/10.1111/tbed.13037
https://doi.org/10.1038/s41598-020-76541-0
https://doi.org/10.1111/j.1750-2659.2012.00354.x
https://doi.org/10.1371/journal.pone.0050834
https://doi.org/10.1128/JVI.03292-13
https://doi.org/10.1111/tbed.14445
https://doi.org/10.1186/s13567-018-0604-0
https://doi.org/10.1126/science.abi5273
https://doi.org/10.1038/nature04153
https://doi.org/10.1017/S0950268812000477
https://doi.org/10.1016/j.jtbi.2010.05.036
https://doi.org/10.1098/rstb.2010.0065
https://doi.org/10.1098/rsif.2009.0560
https://doi.org/10.1007/978-1-4614-9224-5
https://doi.org/10.1098/rspb.2013.3051
https://doi.org/10.1098/rsos.171420
https://doi.org/10.3201/eid2805.220318
https://doi.org/10.1111/irv.12886
https://doi.org/10.1111/j.1749-4877.2009.00180.x
https://doi.org/10.1002/9780471729259.mc15g01s29
https://doi.org/10.1093/oxfordjournals.aje.a118408
https://doi.org/10.1128/mbio.00862-23

	Environmental transmission of influenza A virus in mallards
	RESULTS
	Shedding in focal ducks
	Temporal trends in transmission probability to contact ducks
	Viral load in water was the strongest predictor of transmission to contact ducks
	Dose-response curves through environmental transmission

	DISCUSSION
	Conclusions

	MATERIALS AND METHODS
	Viral strains and hosts
	Experimental design
	Sample collection
	Laboratory testing
	Estimating transmission probability from different exposure mechanisms





