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Abstract: A population of burrowing owls (Athene cunicularia) under professional care at Zoomarine
Portugal presented with sudden respiratory clinical signs. Clinical management included a thorough
diagnosis plan, including in-house fecal analysis that revealed the presence of ovoid unioperculate
eggs. In the postmortem examination of one hyperacute dyspneic specimen, adult nematode parasites
were collected and identified based on their morphology as Cyathostoma (Hovorkonema) americana.
Even after a broad-spectrum deworming protocol as part of the treatment and metaphylaxis ap-
proach, the incidence of parasitic reinfection was high. The complete clinical resolution was only
accomplished after the identification and management of the possible focus of infection, a wild
population of cattle egrets (Bubulcus ibis) that frequently congregated above the owls” habitat. To the
authors’ best knowledge, this is the first report of infection by Cyathostoma (Hovorkonema) americana in
burrowing owls. Although nematodes of the family Syngamidae are not commonly included in the
differential diagnosis of infectious respiratory agents of birds of the order Strigiformes, this report
highlights the possibility of opportunistic parasitism in a zoological context, especially where there is
a continued proximity to free-ranging avifauna.

Keywords: Athene cunicularia; Cyathostoma (Hovorkonema) americana; respiratory disease; opportunistic
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1. Introduction

Burrowing owls (Athene cunicularia) have a wide distribution on the continents of
North and South America, and their conservation status is defined by the International
Union of Conservation of Nature (IUCN) as of least concern, although there is a decreasing
population trend [1,2]. Given the important role of these birds in maintaining a balance in
the populations of their prey and also serving as prey themselves for other birds of prey, the
decline of some populations may be causing a ripple effect throughout the ecosystem [3,4].
Due to seasonal changes on the population density of their prey, burrowing owls have
adaptable food habits. Approximately 90% of burrowing owls’ diet is based on arthropods,
including grasshoppers, crickets, and beetles, although they also eat small mammals, such
as mice, small birds, and ground squirrels [3,5,6]. The main threat to these owls is the loss
of habitat, mainly due to human activity [2-4]. Burrowing owls” habitats consist of open-
canopied areas, with sparse ground vegetation. These habitats may include agricultural
lands, grasslands, prairies, plains, and deserts [3,4].
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These small birds of prey have diurnal habits and use burrows in the ground for
refuge [3]. They may dig their own burrows or use others abandoned by other animals such
as prairie dogs, ground squirrels, badgers, tortoises, coyotes, and foxes. These burrows
may reach more than 3 m in length, angled downwards [3,4].

Burrowing owls live 6-8 years in the wild and up to 10 years under professional care
in captivity [3,7]. In the wild, two-thirds do not live to adulthood, with mortality frequently
happening between fledging and the end of first year of age. The causes of mortality at
a young age include low prey density, inexperience in capturing food, predators, and
parasitic infections [3].

This species of owl is found in several zoological institutions. A burrowing owl popu-
lation of 11 resident individuals at Zoomarine Portugal inhabited an outdoor walkthrough
enclosure adapted for a variety of species of birds and reptiles. As part of the park’s zoo-
logical collection, these individuals were included in a preventative medicine program and
had no relevant clinical history until the sudden and sequential development of respiratory
clinical signs.

The subfamily Syngaminae Baylis & Daubney, 1926 includes parasitic nematode
organisms found in the respiratory systems of both avian and mammalian hosts, with
representatives such as Boydinema, Cyathostoma, and Syngamus for birds and Mammomonoga-
mus and Rodentogamus for mammals. Notably, the genus Cyathostoma was established by
Blanchard in 1849 and stands out as the most extensive, boasting a population exceeding
20 distinct species [8]. Cyathostoma sp. were reported in several bird species and, even
though the occurrence of these nematodes is generally subclinical, heavy infections are
often associated with secondary infections and death [8-14]. The ecology of Cyathostoma sp.
parasites is important for veterinary and conservation reasons and is still a challenging
taxonomy and a contentious topic [8].

In the most recent system of Syngaminae proposed by Lichtenfels in 1980 [15], despite
being more than 40 years old, the genus Cyathostoma is divided into two subgenera based
on the structure of the copulatory bursa and spiculae length. On the one hand, Cyathostoma
(Cyathostoma) (Blanchard, 1849) exhibits a dorsal ray that extends beyond the end of the
copulatory bursa, forming characteristic thorn-like projections and spicules that measure
0.08-0.4 mm. On the other hand, Cyathostoma (Hovorkonema) Turemuratov, 1963 features a
dorsal ray that does not extend beyond the end of the copulatory bursa, and spicules are
within the range of 0.45-0.8 mm.

Cyathostoma (Hovorkonema) americana was first described by Chapin in 1925, based on
material collected from a red-tailed hawk (Buteo jamaicensis Gmelin, 1788) in Virginia (USA), and,
while there are occasional subsequent reports of this species in birds of prey [8,10,11,13,14,16-18],
there are no available reports of C. (Hovorkonema) americana in A. cunicularia.

This study aims to describe the diagnostic approach for the respiratory infection in
a population of A. cunicularia held in a zoo, primarily focusing on parasite identification,
exploring the evidence of cross-transmission, and investigating opportunistic parasite
infections within the unique environment of a zoological setting.

2. Materials and Methods

The burrowing owls with respiratory clinical signs went through a multimodal diag-
nostic approach, which included a full physical examination under general anesthesia with
isoflurane, when possible, according to the clinical status of each individual. Blood sam-
pling was performed for an in-house complete blood count and general biochemistry panel,
the latter through a VETSCAN VS chemistry analyzer (Avian/Reptilian Profile Plus). Both
total leukocyte and erythrocyte counts were manually completed, in which a 5 pL blood-
filled pipette was inserted into a Natt-Herricks-TIC (Bioanalytic GmbH, Umkirch/Freiburg,
Germany) 1:200 stain solution vial, and counting was performed with a Neubauer cham-
ber. Evaluation of blood smears was performed after Diff-Quik staining. Hemoglobin
levels were obtained through a hemoglobin analyzer HemoCue (HemoCue AB, Angelholm,
Sweden) and hematocrit after centrifugation of microhematocrit tubes (Centurion Scientific
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Ltd.—Pro-Vet, West Sussex, UK) at 12,000 rpm for 5 min. Radiographic studies included
ventrodorsal and left lateral views with portable radiographic equipment (GIERTH HF300,
GIERTH X-RAY International GmbH, Riesa, Germany). For in-house fecal wet mounts, one
drop of new methylene blue was added immediately before microscopic observation.

The adult nematode parasites were sent to the Faculty of Veterinary Medicine at the
University of Lisbon for analysis conducted by the Parasitology and Parasitic Diseases
Service. The parasites were subjected to morphological identification and measurement and
underwent the following procedures: (i) examination under a stereomicroscope for initial
observation; (ii) mounting on slides with Hoyer’s medium for subsequent examination
using a compound microscope.

The identification of parasite subgenera employed the Syngaminae classification
system as proposed by Lichtenfels [15]. For the identification of the parasite species, the
authors consulted the review of Cyathostoma sp. nematodes by Kanarek et al. [8]. Detailed
observations and measurements encompassed body length, body width, depth of buccal
capsule, spicule length in males, and egg dimensions.

3. Results

A substantial proportion, specifically 45% (5/11), of the population of burrowing owls
developed clinical signs of respiratory origin. These clinical signs included dyspnea (5/5),
tachypnea (5/5), crackles (3/5), and sneezes (1/5). Other clinical findings included com-
pression of the abdominal air sacs’ radiographic silhouette (3/5), mild leukocytosis (2/5),
eosinophilia (1/5), and subcutaneous emphysema (1/5) (Figure 1). Additionally, observa-
tion of the direct fecal smears revealed the presence of ovoid unioperculate eggs (Figure 2).

The postmortem examination of one individual who presented hyperacute dysp-
nea showed severe signs of pulmonary congestion. Adult nematodes were found in the
parenchyma of the left lung apex. Notwithstanding the signs of air sacculitis, there were
no parasites found in the trachea or air sacs. The male parasites exhibited a total length of
1.2 cm, while the females measured 2.3 cm. Notably, the morphological configuration of the
dorsal ray of the copulatory bursa, which does not extend beyond the end (Figure 3), was
identified as being under the subgenus Cyathostoma (Hovorkonema) (Turemuratov, 1963).

Figure 1. Ventrodorsal radiographic image of an Athena cunicularia specimen, depicting a general
subcutaneous emphysema.
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Figure 2. Direct fecal smear showing ovoid unioperculate eggs (new methylene blue, x100). Bar: 500 pm.

"

Figure 3. Posterior end of male parasite. Note that no ray of the copulatory bursa extends beyond
the end. Bar: 1 mm.

The ensuing measurements are all expressed in micrometers (um). The dimensions of
the male buccal capsule (width x depth) were 255 x 255 (Figure 4), while the female’s buc-
cal capsule measured 350 x 210 (Figure 5). The male spicule length measured 435 (Figure 6),
and the eggs exhibited dimensions of 85-92.5 in length and 50 in width, with an ovoid form
and a single operculum (Figure 7). Notably, given the prevailing attributes, including the
smaller spicules and the host being part of the parasite’s type group (birds of prey), the
specimens were identified as C. (Hovorkonema) americana [16].
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Figure 4. Anterior end of male parasite. Bar: 500 um.

Figure 5. Anterior end of female parasite. Bar: 500 pm.
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Figure 6. Posterior end of male parasite with copulatory bursa. Note the spicule end (arrow).
Bar: 250 pm.

Figure 7. Detail of parasite eggs inside a female specimen. Note the operculum (arrow). Bar: 120 um.

4. Discussion

Animal welfare assessment is crucial in modern zoological institutions in order to
assure the highest possible standards of welfare for animals under professional care. This
assessment is based on the Five Domains model, which includes nutrition, environment,
health, behavior, and mental state [19-21]. The negative effects of parasitic infections
in zoos are numerous and may extensively affect the health dominion (i.e., the absence
of diseases, the absence of injuries, and the absence of pain induced by management
procedures). The parasitic consequences may vary from the development of secondary
infections or nutritional deficiencies to death in the case of severe parasitosis. Moreover,
the systematic impact of parasitism may include reproduction impairment, which may be
decisive not only for the success of a specific animal collection but also for conservation
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purposes. Lastly, in a zoological context, close contact between animals and humans is
possible, hence the higher risk of the dispersion and spread of parasitic zoonoses [22,23].

The overall management of parasitic infections in zoos may present itself as a challenge,
not only from a diagnostic and treatment perspective but also from an environmental point
of view. The original population of burrowing owls under professional care at Zoomarine
was captive-bred in other European institutions and arrived at Zoomarine around six years
before the onset of the respiratory parasitic infection. Since their arrival, they inhabited a
mixed-species outdoor walkthrough enclosure, which included other bird species (giant
wood rail (Aramides ypecaha), cattle egret (Bubulcus ibis), striated heron (Butorides striata), reg-
legged seriema (Cariama cristata), scarlet ibis (Eudocimus ruber), guira cuckoo (Guira guira),
black-crowned night heron (Nycticorax nycticorax), southern wigeon (Mareca sibilatrix),
ocellated turkey (Meleagris ocellata), roseate spoonbill (Platalea ajaja), glossy ibis (Plegadis
falcinellus), and green aracari (Pteroglossus viridis)) and reptiles (green iguana (Iguana iguana)
and red-eared slider (Trachemys scrypta scrypta)). This type of natural-looking outdoor
habitat is a creative outlet for physical activity and mental stimulation, providing several
environmental enrichment opportunities covering both generic (choice, control, variety, and
complexity) and specific needs [21,24]. However, one of the logistical challenges of this type
of enclosure involves the difficult access to the animals, so the group of owls in Zoomarine
was trained to enter a crate, allowing easy access for medical reasons whenever needed.
This played a key part, as these owls were under a preventative health program, which
included but was not limited to fecal sampling for coprological examination (wet mount,
Gram stain, Diff-Quik stain, and flotation). However, even under a comprehensive medical
protocol, the untimely and low sensitivity of certain diagnostic tools may delay treatment
and worsen the overall prognosis of a certain parasitic infection [25,26]. Considering this
diagnosis challenge along with the characteristics of the mixed-species outdoor enclosure
and the possibility of nearby access for wild fauna and pathogens cross-transmission, all
birds were under a deworming protocol every six months, which consisted of fenbendazole
(50 mg/kg, per os (PO), once), ivermectin (0.2 mg/kg, PO, once, 15 days after fenbendazole)
and toltrazuril (10 mg/kg, PO, three administrations, every other day (EOD), 7 days
after ivermectin).

Even considering the regular anti-parasitic protocol, respiratory parasitosis was in-
cluded as a differential diagnosis after the development of respiratory signs in 45% of the
owl population. Both the clinical signs and findings from the physical examination and com-
plementary exams fall inside the non-specific signs of respiratory disease in birds [27,28].
Considering the complexity of the avian respiratory tract, disease processes can be located
in different anatomic regions, though the distinction between clinical signs is not clear,
as many of them (e.g., dyspnea, breathing with an extended neck, tachypnea, respiratory
noises, and a change in pitch or voice) may refer to both upper and lower respiratory tract
disease. However, upper airway disease does not usually present with severe respira-
tory distress [27,28]. Due to its specific anatomic characteristics (e.g., air sacs), the avian
respiratory system constitutes a substantial target for infection by a myriad of infectious
agents [27]. Previous authors reported unspecific clinical signs of infections by Cyathostoma
sp., such as depression and sudden death, along with syndromes and lesions, such as
pneumonia, bronchitis, and air sacculitis, in birds of prey [10,11,13,29].

Hematology abnormalities may include leukocytosis, whereas serum biochemistries
are not generally of particular interest in respiratory/parasitic diseases [27]. Indeed, only
two individuals, one of them with eosinophilia, showed a slight increase in their total
leukocyte counts. Although eosinophilia is commonly associated with mammals with para-
sitic diseases, this relation in avian species is not straightforward, so more complementary
studies are needed on this subject [30]. A physical examination confirmed one case of
severe and generalized subcutaneous emphysema, with the typical crackling and air-filled
distention, with the common causes being trauma or lung/air sac inflammation associated
with parasites or other infectious agents [31-33].
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The treatment protocol was adapted according to each individual’s clinical condition.
The description of the specific clinical approach falls beyond the scope of this work. It
is important to note, however, the use of a broad-spectrum protocol that included fen-
bendazole (50 mg/kg, PO, once a day (SID), 3 to 5 days), in conjunction in some cases
with ivermectin (0.2 mg/kg, PO, once, 5 to 10 days after the therapeutic protocol with
fenbendazole). Metaphylaxis measures through the same deworming protocol may have
prevented the development of a clinical parasitosis in the rest of the owl population. Only
one of the five individuals that presented with clinical signs died after a hyperacute clinical
respiratory presentation. The literature includes several reports of mortality in birds of
prey infected with Cyathostoma sp. Fatal parasitic pneumonia was reported in three injured
wild owls in Southern Ontario along with four juvenile A. cunicularia bred in captivity [10].
A survey in Canada of 394 specimens of Falconiformes and Strigiformes also described
fatal infections [13]. Finally, a case of fatal epicarditis associated with Cyathostoma species
in a hen harrier (Circus cyaneus) was also reported [14].

Up until now, the identification of Cyathostoma (Hovorkonema) nematodes collected
from the respiratory tracts of Accipitriformes, Falconiformes, and Strigiformes in Europe
and North America has been highly inconsistent among authors [8]. These inconsistencies
arose due to several shifts in the taxonomic placement of Cyathostoma species, which stem
from different interpretations of morphological characteristics, various revisions, and ques-
tionable synonymities [34-37]. Furthermore, these discrepancies have been compounded
by different authors utilizing distinct classification systems. For instance, Hartwich amal-
gamated three C. (Hovorkonema) species—C. (Hovorkonema) americana, C. (Hovorkonema)
bronchialis, and C. (Hovorkonema) variegatum sensu stricto—into C. (Hovorkonema) variega-
tum [37]. This conflation resulted in several identifications of C. (Hovorkonema) variegatum
in birds of prey that corresponded to the C. (Hovorkonema) americana species [8].

C. (Hovorkonema) americana, which is a typical parasite of the trachea and air sacs of
raptors, C. (Hovorkonema) bronchialis, typically found in Anseriformes and also detected
in Casuariiformes, and C. (Hovorkonema) variegatum, a typical parasite of the trachea of
cranes and storks, constitute the three species within this subgenus. According to Kanarek’s
comprehensive morphological and molecular examination of Cyathostoma nematodes par-
asitizing the respiratory tracts of birds of prey in Europe and North America, only one
species of C. (Hovorkonema) in birds of prey is confirmed to exist: C. (Hovorkonema) amer-
icana [8]. However, the possible but rare incidental occurrence of other C. (Hovorkonema)
species, typical for different avian host groups, is acknowledged.

With respect to our samples and focusing on the characteristics highlighted as the
most reliable for Cyathostoma sp. identification, the subgenus C. (Hovorkonema) is defined
by spicules measuring 0.45-0.8 mm, while Cyathostoma (Cyathostoma) (Blanchard, 1849) has
measurements ranging from 0.08 to 0.4 mm [38]. Our specimens fall between these ranges
(0.435 mm). However, the absence of thorn-like projections on the copulatory bursa aligns
with classification under the C. (Hovorkonema) subgenus.

Two of the three species of this subgenera can be clearly distinguished based on spicular
length. C. (Hovorkonema) variegatum boasts notably longer spicules (0.58-0.77 mm) [34,39],
compared to C. (Hovorkonema) americana (0.47-0.511 mm) [16,40]. The spicules length of
C. (Hovorkonema) bronchialis (0.51-0.7 mm) is closely aligned with that of C. (Hovorkonema)
variegatum [16,41-43]. Although this matter is still in need of further research, it suggests
the potential synonymy of C. (Hovorkonema) bronchialis with C. (Hovorkonema) variegatum, as
theorized by Kanarek et al. [8].

Considering these observed spicule lengths and given the close similarity of C. (Hov-
orkonema) americana’s spicules to our exemplars, along with the fact that it is the parasite of
our designated host type (birds of prey), the sole plausible identification is C. (Hovorkonema)
americana. Furthermore, the total lengths of the male and female parasites also fall within
the species’ described measurements.
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While C. (Hovorkonema) variegatum in typical hosts exclusively occurs in the trachea,
C. (Hovorkonema) americana in birds of prey was mainly recorded in air sacs and less
frequently in the trachea [8,10,11,34,39,40]. There are reports on the presence of Cyathostoma
nematodes in the trachea, bronchi, and air sacs of birds of prey [12,36]. However, there
is no specific mention of these parasites being found in the lung parenchyma, least of all
exclusively in this site, like in the present case [8].

Hunter et al. reported the presence of a Cyathostoma species parasite in an A. cunicularia
specimen; however, the species of the parasite was not specified [10]. To the best of our
knowledge, the current report is the first description of Cyathostoma (Hovorkonema) americana
in A. cunicularia. The morphological differences and lack of previous reports do not rule
out, but rather suggest, that these parasites could be a new species, with C. (Hovorkonema)
americana being the closest match among the described species. Further research is needed
to confirm this hypothesis, including the molecular characterization of these parasites,
comparing the results with the molecular analyses available in the literature [8,11].

Although there are several studies available on parasitism in wild animals, more specif-
ically wild birds, the possibility of free-ranging avifauna acting as a source of infection for
captive specimens is a rarely explored subject [25,44]. It has been established, however, that
exposure to wild avifauna may result in the parasitism of captive birds, depending if certain
conditions for parasitic development are suitable such as parasite-host specificity, parasite life
cycle, host resistance, husbandry-related factors, and environmental factors [25,44]. The host
specificity of parasites is variable. While some parasite species are only found in a limited
number of host species (otherwise known as highly host-specific), other parasites can affect
multiple host species (considered to be host generalists, with low host specificity) [44].

There was a potential origin of the parasitic infection in the A. cunicularia population,
namely, a group of more than 50 wild cattle egrets (B. ibis) that used to gather on top of the
enclosure net, attracted by individuals of the same species that were part of the zoological
collection and in that same enclosure. This gathering followed years of a particularly high
birth rate of the captive B. ibis population and an increase in the total number of individuals
kept in the enclosure. The wild B. ibis built nests and stayed above the enclosure throughout
the day, and several nestlings and fledglings were seen throughout this period. Moreover,
an estimated count of these wild B. ibis, not immediately above the enclosure but in the
adjacent trees, included more than 600 animals.

Cattle egrets are free-range migratory birds in the family Ardeidae (order Pelecani-
formes) with widespread distribution. Inclusively, they are the only member of the genus
Bubulcus found in the tropics, subtropics, and warm temperate zones [45,46]. They are
frequently found in association with cattle, with whom they establish a symbiotic relation-
ship. This species has an extremely large range and does not approach the thresholds for
vulnerable conservation status under the range size criterion—cattle egrets are classified as
Least Concern under the IUCN conservation status [45,46].

Even though metaphylaxis measures were adopted, and all cleaning and disinfection
protocols for the owls” underground burrows were revised, the incidence of reinfection
was high. The complete clinical resolution of the parasitic infection of the population of
burrowing owls was only accomplished when all the resident cattle egrets were transferred
to other zoological institutions, and their wild counterparts immediately stopped congre-
gating above the enclosure. This probable focus of infection cannot, however, be confirmed
since a coprological analysis of these wild individuals was not performed. Cattle egrets are
not yet known to be definitive hosts of C. (Hovorkonema) americana, but several nematodes
were reported in these migratory birds, including from the Syngamidae family [46]. In this
study, 40 free-ranging specimens of B. ibis were captured and examined for endoparasites
and associated ectoparasites. The gastrointestinal content of each specimen was examined
for adults and eggs of different helminths and protozoan cysts. The observed endoparasites
included Ascaridia galli (with the highest prevalence, 35%), Heterakis spp. (17.5%), Capillaria
spp. (12.5%), Trichostrongylus tenuis (12.5%), Fascioloides magna (10%), and Syngamus trachea
(7.5%). This study also showed that there was a significantly higher risk of co-infection
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by the different types of parasites and that the ubiquitous presence of B. ibis may play an
important in parasite dispersal in a global perspective. Furthermore, cattle egrets feed
daily on a variety of insects, crustaceans, fish, lizards, frogs, spiders, moths, rodents, and
earthworms, making it a favorable host through the ingestion of intermediate and paratenic
hosts [46,47].

Interestingly, Syngamidae nematodes, including Cyathostoma sp., have been reported
in free-ranging birds from across Europe, yet, there is only one available occurrence of
Syngamidae in wild avifauna in Portugal, namely, the genus Syngamus. This study was
developed in a wildlife rehabilitation center in Castelo Branco, Portugal, from January 2016
to May 2017, concerning the examination of the fecal samples of a total of 65 birds, in which
birds of prey were the most representative group (77% of the samples) [11,34,37,39,40,43,48].

Generalist parasites that tolerate host physiology differences can infect a large variety
of avian species [44]. In the present case of monoxenous parasites, owls may have become
directly infected by eating soil or other materials contaminated with the feces of wild
avifauna. Moreover, since burrowing owls are territorial and tend to stay in the same area,
in or close to their underground burrows, there might have been a higher exposure to the
feces of the wild B. ibis population. The possibility of paratenic hosts (e.g., earthworms)
facilitating the chance of infection cannot be excluded, since the owls” habitat included
areas of earthy soil. Finally, reinfection is possible through the ingestion of food /substrates
contaminated with their own feces.

Parasites seldom lead to subclinical effects in wild avifauna, thus contributing to
the dispersion and transmission to birds under human care inhabiting enclosures that
allow close proximity to wild birds or paratenic hosts [25,44]. This report highlights the
need to consider external sources of excretion and parasitic contamination as part of the
management of parasitic infections when the type of zoological enclosures allows the
possibility of opportunistic parasitism in susceptible avian collections. More studies are
needed demonstrating cases of parasite transmission in a zoological context and describing
the species of parasites affecting both captive and free-ranging birds. More studies on zoo—
wildlife cross-transmission would benefit the adaptation of specific environment control
measures (e.g., architectural designing; the removal of nearby roosts; paratenic host—control
programs), as well as enhance effective preventative medical and husbandry protocols.
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