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ABSTRACT: Parasites in wild populations almost always exhibit aggregation (overdispersion), in
which relatively few hosts are infected with high numbers of the parasites. This pattern of infec-
tion has also been observed in laboratory studies, where many of the sources of natural variation
are removed. Pseudocapillaria tomentosa (Nematoda) is common in zebrafish (Danio rerio) facili-
ties. We describe here patterns of infections in zebrafish experimentally infected with larvated
P. tomentosa eggs in various trials with defined numbers of eggs. One trial with eggs delivered in
a gelatin diet is also included. Fish were exposed at 25, 75, and 200 eggs fish™!, and the minimal
infectious dose was estimated to be 1.5 eggs fish™'. The IDs, (50 % infective dose) was calculated
to be 17.5 eggs fish™!. We also included data from a trial and 2 previously published experiments
with undefined doses in which zebrafish were exposed to infectious water and detritus from a tank
that previously contained infected fish. All doses resulted in a high prevalence of infection
(>70%), except at the 25 eggs fish™! dose, where the prevalence was 43-46 %. Mean abundance
of worms corresponded to dose, from 0.57 worms fish™ at 25 eggs fish™* to 7 worms fish™! at 200
eggs fish™. Variance to mean ratios (V/M) and the k parameters showed aggregation across the 8
separate trials, including the gelatin diet. Aggregation increased with increased parasite abun-
dance. Given the consistent observation of aggregation across our experiments, the zebrafish/P.
tomentosa system provides a potentially robust, high-throughput model to investigate factors that
influence differences in host susceptibility within defined populations.
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INTRODUCTION

Several species of capillarid nematodes are recog-
nized as pathogens in fishes, particularly ornamental
species (Moravec et al. 1999). Pseudocapillaria to-
mentosa has a broad host range, and infects many
species of cyprinids as well as some fishes in other
orders (Moravec 1987). This nematode is common in
zebrafish Danio rerio used in research (Kent et al.
2002, Maley et al. 2013), and has been reported in
about 10% of zebrafish laboratories based on data
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from the Zebrafish International Resource Center
diagnostic service (https://zebrafish.org/health/
index.php). It often causes high mortality associated
with emaciation and severe inflammatory lesions in
the intestine (Kent et al. 2002, Balla et al. 2010,
Murray & Peterson 2015). Zebrafish are infected by
ingestion of larvated P. tomentosa eggs in water
(Kent et al. 2002, Collymore et al. 2014, Gaulke et al.
2016).

A well-recognized paradigm in parasitology is that
macroparasites, such as nematodes, in naturally in-
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fected animals exhibit aggregated (overdispersion)
distribution. This usually follows a negative binomial
distribution, with relatively few hosts harboring
many, if not most, of the parasites (Crofton 1971,
Poulin 2013). This distribution has also been reported
in laboratory transmission studies with nematodes in
pigs (Roepstorff et al. 1997, Pedersen & Saeed 2002)
and mice (Keymer & Hiorns 1986). This observation
extends to laboratory studies with fish parasites: the
fish copepod Argulus coregoni sp. (Bandilla et al.
2005), the trematode Diplostomum spathaceum (Kar-
vonen et al. 2004), and P. tomentosa in zebrafish
(Collymore et al. 2014).

Important factors responsible for parasite aggrega-
tion within a population are heterogeneity in host
behavior and size, differences in effective immunity
within the host population, spatial heterogeneity in
the distribution of infective stages, and differences in
parasite reproduction within the host (Anderson
1993, Shaw & Dobson 1995, Poulin 2013). Two other
factors that may influence aggregation include
occurrence of co-infections (Morrill et al. 2017) and
parasite abundance (Kemmer & Hiorns 1986). The
number of hosts examined will also influence the
degree of aggregation that is observed (Poulin 1993).

Laboratory animals can serve as a valuable source
in the effort to disentangle the specific and synergis-
tic effects of these various factors on aggregation,
given the control over experimental variables that
such animal models offer. In particular, the zebrafish
provides an excellent opportunity to define the rela-
tive contribution of such factors to aggregation, given
the large sample sizes it affords as well as the diverse
genetic tools (e.g. myriad knock-out lines and
CRISPR/Cas) (Liu et al. 2017). Accordingly, we are
developing the zebrafish/P. tomentosa system as a
model to define the causes of aggregation and to dis-
cover anthelminthic drugs in vivo. To advance this
model, it is imperative that we first measure the
patterns of infection and dose-response indices to
demonstrate the model's general consistency with
other host systems as well as its repeatability across
experiments. Given that overdispersion is essentially
a law of parasitism (Poulin 2007), we attempted to
further elucidate this phenomenon under defined
laboratory conditions. To accomplish this, we meas-
ured parasite burden across 8 transmission studies,
including experiments in which zebrafish were
infected by exposure to infected tanks as well as
varying defined doses of larvated eggs, and in 1 trial
with eggs delivered in a gelatin diet. These 8 trials
included data from 2 previous studies (Collymore et
al. 2014, Gaulke et al. 2016 [preprint doi: 10.1101/

076596]). Males in general tend to be more heavily
parasitized than females (Poulin 1996, Schalk &
Forbes 1997), and Chow et al. (2016) observed this
phenomenon with Pseudoloma neurophilia in
zebrafish. Hence, we also include evaluation of the
influence of sex on worm abundance in these exper-
iments.

MATERIALS AND METHODS
Experimental infection

Five separate trials were conducted by exposing
zebrafish Danio rerio to defined concentrations of
parasite Pseudocapillaria tomentosa eggs ranging
from 25 to 200 eggs fish™! (see Table 1). Three other
trials, Trial 6, Collymore et al. (2014), and Gaulke et
al. (2016), were conducted with undefined exposure
doses (see Table 2). Parasite-free 5D line zebrafish
were obtained from the Sinhubber Aquatic Resource
Laboratory (SARL), Oregon State University, in
which the nematode has never been observed fol-
lowing extensive examinations (Barton et al. 2016).
This line of fish was established from outbred
zebrafish from a tropical fish wholesale dealer in
2007 from about 10 adults (Kent et al. 2011). Donor
fish were from a population of 5D fish in which we
are maintaining the infection in our laboratory.

Our vivarium contains flowthrough water, derived
from charcoal-filtered city water. Temperature was
maintained at 27-28°C, with conductivity at 115-
125 1S, and pH approximately 7.5. Light in the vivar-
ium is provided for 14 h d~!. Experimental conditions
were standardized with each trial and all experi-
ments were conducted in the same laboratory, hence
environmental variation was minimized so that the
only major variable was the infection dose.

For defined dose trials, eggs were collected and
concentrated from debris from a tank containing
infected zebrafish as described by Martins et al.
(2017), whereby the final concentration step was not
performed. In brief, P. tomentosa-infected zebrafish
were placed into a 16 1 tank for 72 h, the fish were
removed, the water was allowed to settle for 4 h, and
1.25 1 water was collected from the bottom of the
tank. This was passed through 300 pm and then
200 pm nylon filters, and then concentrated by cen-
trifugation at 1468 x g for 45 min. The pellet was then
resuspended and held in 10 ml aquarium water with
light aeration. The inoculum was held for 6-8 d at
26°C to allow P. tomentosa eggs to larvate and be-
come infectious. Larvated eggs were evenly distrib-
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Table 1. Defined dose trials. Prevalence and mean abundance of Pseudocapillaria tomentosa in zebrafish Danio rerio following

exposure to larvated eggs for 24 h, at 10 fish per 2.8 1 tank, except Trial 4 which contained 15 fish per 2.8 1 tank. Lower numbers

in certain tanks in Trial 1 was due to early mortality in which fish were not examined. Fish were examined at 26 d post-expo-

sure (dpe), except Trial 3 at 31 dpe and Trial 5 at 50 dpe. Gel: eggs incorporated into a gelatin diet. V/M (variance to mean
ratio) and k (mean?/variance-mean) calculated for replicate tanks combined for each dose

Dose Replicate No. of Prevalence (%) Abundance (worms fish™) V/M k
(eggs fish™) fish Mean Range

Trial 1

25 A 4 50 0.75 0-2 0.92 -8.25
25 B 10 40 0.50 0-1

75 A 4 100 6.00 3-11 3.83 1.32
75 B 7 57 3.44 0-13

200 A 10 90 4.30 0-13 6.90 1.02
200 B 5 100 9.60 2-24

Trial 2

25 A 10 20 0.20 0-1 1.18 4.34
25 B 8 62.5 1.125 0-1

25 C 10 60 0.9 0-2

75 A 10 70 2.1 0-2 2.24 2.07
75 B 10 90 3.3 0-7

75 C 10 60 1.9 0-7

200 A 9 100 7.8 1-22 4.98 2.51
200 B 10 100 8.9 2-18

200 C 10 100 13.8 4-24

Trial 3

200 A 8 100 3.25 1-8 3.97 1.30
200 B 8 87.5 5.75 0-18

Trial 4

200 A 15 93 4.1 0-13 2.47 2.87
200 Gel 15 71 2.4 0-11 3.13 3.60
Trial 5

200 A 5 100 6.8 3-16 4.62 2.34
200 B 7 85.7 4.9 0-10

200 C 8 100 7.6 3-14

uted with a vortex mixture and then enumerated by
placing 25 pl of sample under a 22 x 22 mm coverslip
and counting the eggs at 100x magnification. Enu-
meration of eggs was conducted in triplicate and the
fish were then exposed to the appropriate number of
larvated eggs. There were 10 fish per 2.8 1 tank,
except Trial 4 which contained 15 fish per 2.8 1 tank.
Fish were held in either duplicate or triplicate tanks.
The incoming water to the tank was turned off for
24 h while aeration was maintained, and then flow
was returned at a low rate (50 ml min™}).

Fish were evaluated for the prevalence and abun-
dance of worms at 26 or 31 d post-exposure (dpe)
for Trials 1-4, as this is a peak time of infection
(Collymore et al. 2014, Gaulke et al. 2016). For Trial
5, fish were examined at 50 dpe to include abun-
dance and prevalence later in the infection, as we
previously observed infection in experimentally
infected fish persisting for many months after expo-
sure (Kent et al. 2002). To evaluate differences

between ingestion of eggs directly in the diet rather
than taken up more passively from the water during
feeding, a group of fish were exposed to 200 eggs
fish~! incorporated into a gelatin diet in Trial 4. This
diet (1 ml) was comprised of 1 ml of 7% gelatin,
10% Otohime A larval fish food (Marubeni Nisshin
Feed Company), 5% cod liver oil, and 85 % water.
The gelatin diet contained 3000 eggs in the 1 ml
diet which was fed to 15 fish (i.e. 200 eggs fish™).
Eggs were added to the liquid, before it solidified,
at 32°C. This resulted in 67 mg of gelatin feed per
fish. Food was chopped fine and fed in 1 feeding in
a static tank in which the water flow was turned off
for 24 h, followed by a slow drip (50 ml min~!) as
was done for the waterborne exposures.

We also include data from 3 experiments in which
fish were infected by exposure to tank water or
aquarium detritus from tanks which contained
infected zebrafish, and hence the egg exposure dose
was undefined (see Table 2). One of these experi-
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Table 2. Undefined dose exposure trials of Pseudocapillaria tomentosa infecting Danio rerio. Trial 6 and data from Gaulke

et al. (2016) and Collymore et al. (2014). Trial 6: 15 fish tank™', half of fish examined at each timepoint. V/M (variance to

mean ratio) and k (mean?/variance-mean) calculated for replicate tanks combined for each dose. dpe: no. of days post-
exposure; NA: no replicate

Timepoint Replicate Fish Prevalence Abundance (worms fish™?!) V/M k
(dpe) sample (%) Mean Range

Trial 6

27 A 7 100 10.86 1-24 7.90 1.87
27 B 8 100 14.63 2-42

27 C 8 87.5 13.38 0-23

32 A 8 100 10.4 4-18 3.62 3.50
32 B 7 85.7 7.7 0-18

32 C 7 71.4 6.7 0-13

Gaulke et al. (2016)

6 NA 10 0 0 0 0 0
11 NA 10 100 50 15-112 13.70 4.10
18 NA 10 100 15.7 7-23 1.76 20.70
25 NA 10 100 11.6 2-27 4.57 3.20
32 NA 10 100 9.3 2-18 3.05 4.52
39 NA 10 90 5.5 0-19 4.69 1.49
Collymore et al. (2014)

28 A 6 100 8.3 4-18 2.95 3.99
28 B 6 100 8.4 2-13

28 C 6 100 6.67 3-10

35 A 6 100 4.16 1-7 0.60 -11.14
35 B 6 100 4.2 3-7

35 C 6 100 5.0 3-7

ments was conducted in the present study (Trial 6),
while data from the other 2 experiments were from 2
studies previously performed (Collymore et al. 2014,
Gaulke et al. 2016) in which fish were exposed, and
then maintained under the same husbandry condi-
tions in our laboratory as in the present study. In all 3
experiments (henceforth referred to as undefined),
fish were exposed to the infection by either placing
the fish in a tank with infected fish (Gaulke et al.
2016) or by placing fish in a tank that previously con-
tained infected fish. With Trial 6, all donor fish
(approximately 25 infected fish) were removed from
each of two 10 1 tanks, and then 55 uninfected fish
tank~! were exposed by holding them in the tank for
7 d. Exposed fish were removed from the exposure
tank, then mixed together, and 45 fish were evenly
distributed into three 2.8 1 tanks. Then the fish (either
8 or 7 fish tank™! timepoint™!) were examined at 27 or
32 dpe. With Collymore et al. (2014), 200 uninfected
AB line zebrafish fish were placed in a 200 1 circular
tank that previously contained 100 infected fish.
They were kept in the tank and exposed for 7 d. This
study included groups treated with either ivermectin
or emamectin, and hence only data from untreated
control fish were evaluated here.

Analyses and patterns of infection

Prevalence and abundance (intensity of infection
including uninfected fish) were evaluated as follows.
The entire intestine of a fish was removed, placed on
a glass slide, about 20 pl of water was added, and
then a 60 x 20 mm coverslip overlaid. The prepara-
tion was then carefully examined with a compound
microscope at 200x, and worms were enumerated
from the entire intestine.

Here we present data on mean prevalence and
abundance, and aggregation by combining data from
each replicate using variance to mean (V/M) ratios
and k values. V/M is also designated as ‘D’ (disper-
sion), and hence it is important to disambiguate this
from D designating Discrepancy, a third method for
calculating aggregation (Poulin 1993), which we did
not measure here. In parasitology, the parameter k
(mean?/variance-mean) measures the overdispersion
of counts across a population relative to a Poisson dis-
tribution. Consequently, lower positive values of k
indicate overdispersion and parasitic aggregation
(Anderson 1993, Poulin 2013). Negative values of k
are possible and often represent relatively uniform
distributions of parasite counts across individuals;
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these values can tend to arise when low parasite
abundances are observed across the population. We
also present data graphically to demonstrate differ-
ences in aggregation and their overdispersion (see
Figs. 1 & 3).

To determine the dose that yields a 50 % infection
rate (IDsg) and the minimum infectious dose (ID,,),
we used a generalized linear model with a log-link
function to fit the distribution of infection prevalence
across experiments as a function of exposure dosage
(see Fig. 2). The ID5, was measured as the dosage
that corresponded to a 50% infection prevalence
using this model. The ID,;, was measured as the
dosage that corresponded to 10% infection preva-
lence using this model. This analysis only included
experiments for which the dose was defined and
through which exposure occurred via the water. Our
models included control samples (i.e. no exposure
and no infection) as well as exposed samples that var-
ied in infection burden. Control fish (n = 10 trial™)
were included in Trials 1, 2, 5, and 6 (see Table 1),
and these data were used in the calculations for ID,;,.

40+

30+

204

Abundance

10+

oLl T I ;
25 75 200
Exposure dose (eggs fish™)

Undefined

Fig. 1. Experimental Pseudocapillaria tomentosa infections
in zebrafish Danio rerio at 25, 75, or 200 eggs fish™! and un-
defined exposure show that abundance and dispersion are
dose-dependent. Defined doses are from Trials 1-5 (see
Table 1). Undefined exposure is combined from Collymore
et al. (2014) and Trial 6. Boxes: interquartile range (IQR);
points: observations >1.5 x IQR from the median (bar)

To evaluate the effect of sex on worm abundance,
we first filtered the data to remove cases where sex
was unknown. We then fit a negative binomial gen-
eralized linear model (NBGLM) to examine the rela-
tionship between sex, dose, and their interaction on
parasite abundance. We also examined the impact of
sex alone on abundance in the undefined exposure
and 200 eggs fish™ groups separately using NBGLMs.

RESULTS
Prevalence and abundance

All doses resulted in a high prevalence of infection,
except at the lowest dose where the mean pre-
valence was 43 or 46 % for Trials 1 and 2 (Table 1,
Figs. 1 & 2). Fish exposed at 75 eggs fish™! showed 72
or 73 % mean prevalence, while prevalence values of
the various trials at 200 eggs fish™! or the undefined
exposure were all >85 %. Likewise, mean abundance
corresponded to dose, ranging from 0.6 worms fish™*
at 25 eggs fish™!, about 5 worms fish™! at 75 eggs
fish™!, about 7 worms fish™! at 200 eggs fish™!, and 9
worms fish™ for the undefined exposures when the
various trials were evaluated together. This average
for undefined exposure includes data from earlier
studies (Collymore et al. 2014, Gaulke et al. 2016),
but excludes the timepoints 11 and 15 dpe from
Gaulke et al. (2016), as inflated abundance occurred
at these timepoints due to intense larvae infections.
All replicates in the present experiment (Trials 1-6)
were initiated with 10 fish tank™!, except in Trial 4
with 15 fish tank™ and Trial 6 with 16 fish tank™.
Lower numbers within the replicates represent mor-
talities that occurred before the examination. There
was no indication of other prominent infectious dis-
ease in these fish based on clinical signs. These fish
did not exhibit prominent emaciation, which is con-
sistent with morbidity associated with severe infec-
tions by Pseudocapillaria tomentosa.

ID50 and IDmin

We found that the relationship between exposure
dosage and infection prevalence follows a logarith-
mic relationship, such that logarithmic increases in
dosage yield linear increases in the proportion of
infected individuals (Fig. 2). The line of best fit
through the observed distribution of infection preva-
lence across exposure doses provides an opportunity
to quantify ID5, as well as ID,,;,, which is the dose
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Fig. 2. Prevalence of infection (proportion) relating to dose
from Trials 1-5 of Pseudocapillaria tomentosa infecting
Danio rerio. Data for 0 eggs fish™! (controls) were provided
by 40 fish from Trials 1-3 and 6 (see Table 1). Estimates are
minimum infectious dose (ID;,) and 50% infective dose
(ID5) indicated by dashed lines at 0.1 and 0.5, respectively.
Points represent measures of infection prevalence for each
of the defined exposure trials included in this study. Grey
shading represents the standard error associated with the
line of best fit (black line) through these points

necessary to infect at least 10 % of exposed individu-
als, corresponding to 1 in 10 individuals carrying an
infection in our trials. Our analysis reveals an ID5, of
17.5 eggs fish™! and an ID;, of 1.5 eggs fish™'.

Aggregation

The V/M and k summary statistics consistently
indicated aggregation across all exposure methods,
trials, and the previously published studies (Tables 1
& 2). Corresponding with the lower levels of infec-
tions, lower doses showed less dispersion (Figs. 1 &
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Abundance (worms fish™")
Fig. 3. Frequency distribution of abundance values illustrat-
ing the aggregation of Pseudocapillaria tomentosa in 5
groups of experimentally infected zebrafish Danio rerio.
Frequency: proportion of fish with a specific number of
parasites. (A) Undefined dose, (B) 200 eggs fish™!, (C) 75
eggs fish™!, (D) 25 eggs fish™!, (E) exposure by gelatin diet.
Note the different scales for the x- and y-axes

3). V/M ranged from 0.92 to 13.7, with an average of
4.3. The kvalues ranged from 1.02 to 20, with a mean
of 3.8. Removal of the one k value of 20 (from a small,
unreplicated group in Gaulke et al. 2016) resulted in
a mean k value of 2.75. In both Trials 1 and 2, where
all 3 defined doses were included, there is a linear
relationship in respect to V/M with dose, with a Pear-
son's R% of 0.72 (p = 0.021).

Influence of time

Early exposure timepoints from the Gaulke et al.
(2016) experiment with an undefined dose showed
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inconsistent aggregation indices and it should be
noted that fish were infected with numerous larvae
at these times. As seen in the several defined dose
trials and the undefined exposure experiments, both
V/M and k scores demonstrating aggregation were
not pronounced until after 3 wk post-exposure, a
time at which larval worms decrease. One separate
trial (Trial 5) exposing fish to 200 eggs fish™
entailed examination of fish later in the infection
(50 dpe). Here, fish showed similar abundance and
aggregation as fish examined in other trials at ear-
lier timepoints.

Gelatin diet

In Trial 4, fish were fed 200 eggs fish™! in the gela-
tin diet, which they readily ate. They showed about
half the abundance of infection compared to fish
exposed at the same dose in the water. As with other
trials, these fish exposed by diet also showed a trend
to aggregation. Here, 14 of 15 fish showed 0-5
worms fish™!, while 1 fish had 15 worms.

Sex

Mean abundance of the parasite based on sex of the
host where sex data were available (n = 210) was as
follows. For all doses, males (n = 95) had a mean abun-
dance of 6.10 worms fish™!, and females (n = 115) had
5.96 worms fish™!; for the trials with undefined expo-
sure (Trials 5 and 7), males (n = 39) showed mean
abundance of 8.46 worms fish™!, and females (n = 38)
had 9.13 worms fish™!; and for the dose of 200 eggs
fish! (Trials 2, 4, and 6), males (n = 40) had a mean
abundance of 8.15 worms fish™!, while females (n =
25) had 6.88 worms fish™!. We did not observe signifi-
cant effects of sex on burden in the undefined (p =
0.68) or 200 eggs fish™! (p = 0.41) groups. The inter-
action between dose and sex also was not significant.

DISCUSSION

Analyses of aggregation patterns based on review
of hundreds of studies regarding differences be-
tween host/parasite systems and different studies
showed that the most important factor affecting the
extent of observed aggregation is the number of par-
asites per host, followed by the number of individual
hosts that are evaluated, and then species-specific
and study-specific effects reflecting idiosyncrasies of

particular systems (Shaw & Dobson 1995, Poulin
2007, 2013). Infections by juvenile nematodes tended
to show rather high V/M ratios (about 80), whereas
adult nematodes showed lower values (about 15)
(Poulin 2013). In the present analyses with Pseudo-
capillaria tomentosa, aside from larvae early in the
infection (Gaulke et al. 2016), we could not differen-
tiate between immature or mature worms, except
for gravid females, and thus data were evaluated as
total worms. V/M and k indices in the present study
showed related results, indicating that the trends we
highlight here are likely robust. Future investiga-
tions may consider implementing more complicated,
but potentially more accurate, maximum likelihood
measures of k (Pacala & Dobson 1988, Yakob et al.
2014) as an additional assessment of our study's
robustness.

Laboratory studies provide the possibility to control
or limit many of the factors affecting aggregation
within studies. Two studies with pigs exposed to
either Ascaris suum (Roepstorff et al. 1997) or
Trichuris suis (Pedersen & Saeed 2002) are particu-
larly noteworthy, as the pigs were orally infected
with defined numbers of larvated eggs. The mode of
infection, ingestion of larvated eggs, was the same as
that in the present study with P. tomentosa. Experi-
ments with laboratory mice experimentally infected
with the trichostrongylid nematode Heligmosoides
polygyrus (Keymer & Hiorns 1986) warrant inclusion
in this discussion. Although the infectious stage is a
larva rather than larvated egg, experimental infec-
tions were initiated by precise doses by oral gavage.
In all 3 laboratory models, a high degree of aggrega-
tion was observed even when animals were given
the same dose within groups by oral gavage, remov-
ing the influence of feeding behavior and environ-
mental distribution of infective eggs. Moreover,
whereas the pigs and mice were not isogenic, the
genetic constitution was more uniform than in freely
mating populations, and the laboratory animals were
of similar ages, sizes, and strains within the treatment
groups. Likewise, our fish were from the same parent
population (either siblings or cousins), and were of
similar age and size. Also, aside from Collymore et al.
(2014), the fish were all from the 5D line.

Regarding variability of infectious dose, in con-
trast to the 2 pig and mouse studies, we did not
directly infect individuals by gavage in either the
controlled dose trials or the undefined dose trials.
The gelatin diet trial provided some additional con-
trol of exposure, but we still could not confirm pre-
cise homogeneity between individuals within a
tank, as some fish may have eaten more than others.
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Nevertheless, the occurrence of 3 times more para-
sites in 1 fish than its tank mates would have
required the fish to eat 3-fold more food than the
others to achieve this difference if infectious dose
was the only factor. Future experiments could
include per os gavage with larvated eggs or single
housing during feeding of a gelatin diet with a
known egg concentration. The former has been
accomplished with zebrafish (Collymore et al. 2013),
but it can be very difficult to deliver a precise dose
(Harriff et al. 2007), as zebrafish do not have a stom-
ach and are quite small. Fish exposed to undefined
numbers of eggs had about twice the abundance of
infection compared to fish exposed to 200 eggs
fish™!. Collymore et al. (2014) used an undefined
dose and the AB line rather than 5D, and that study
showed less variability in abundance than 5D fish
exposed to an undefined dose. The AB line was
introduced to biomedical research about 40 yr ago
and Balik-Meisner et al. (2018) showed that the 5D
line is more genetically diverse than the AB line.
Differences in abundance variability may therefore
be related to fish lines, but as these were 2 separate
experiments, we cannot verify this with the data
presently available.

A high amount of variability in parasite abundance
among individuals necessitates the examination of
large numbers of hosts to obtain an accurate repre-
sentation of aggregation (Anderson 1993). Gregory &
Woolhouse (1993) showed that as sample sizes
decrease below 100, means and variance are under-
estimated, and hence aggregation indices also de-
crease. As in other laboratory studies, our host sam-
ple sizes were smaller than most field studies.
Nevertheless, even with the very small sample sizes
in 2 trials (Trial 1 and Gaulke et al. 2016), we ob-
served aggregation, particularly after early infection.
Conflicting results occur with the first 2 timepoints
from the Gaulke et al. (2016) data, where the sample
sizes were 10 (Table 2). Combining all the fish
together from these 2 points when larval stages were
numerous resulted in a V/M of 21.8 and a k of 1.51,
both indicating strong aggregation. Hence, labora-
tory studies, although well defined, probably repre-
sent some degree of underestimation of aggregation
when host sample sizes are relatively small. Keymer
& Hiorns (1986) showed that V/M increases with
increasing exposure dose and adult worm burden in
mice infected with H. polygyrus (Nematoda). Simi-
larly, we observed this pattern in our trials, and using
the data from the defined exposure dose trials
included in this study, we found that V/M was
strongly associated with exposure dose.

Poulin (2013) summarized from numerous studies
that infections by juvenile nematodes tended to be
more aggregated than those by adults. In contrast, in
the defined laboratory experiment studies with A.
suum in pigs and H. polygyrus in mice, the opposite
was observed, and our evaluation of data from
Gaulke et al. (2016) supported these experimental
findings. All 3 studies entailed exposing the animals
to the parasites with 1 dose (more precisely defined
with the pig and mouse studies with oral gavage).
These exposures were followed by infection by very
large numbers of larval worms with little or no aggre-
gation, and followed by a reduction in total burden
and concurrent with increased aggregation as the
infection progressed. At 3 different log doses, k val-
ues plummeted (i.e. aggregation increased) after
2 wk into the infection with A. suum in pigs (Roep-
storff et al. 1997). These authors proposed that this
pattern occurred because there was variable expul-
sion of worms amongst hosts.

As seen with other trichinelloid nematodes (e.g.
whipworms), adult capillarid nematodes, including P.
tomentosa, penetrate epithelial linings, and infec-
tions are long-lived (Kent et al. 2002, Murray & Peter-
son 2015). Multiple timepoints were assessed in the
Gaulke et al. (2016) study, but none beyond 48 dpe.
Fish were still infected at 55 dpe (Trial 5), and 100 %
(4/4) of fish were still infected at 23 wk post-exposure
in an earlier study (Kent et al. 2002). The multiple tri-
als here and previous papers suggest that prevalence
remains high for many months, with a trend toward
reduction in abundance. Gaulke et al. (2016) showed
a dramatic increase in adult worms between 13 and
20 dpe. Then prevalence remains high with a
moderate decline in abundance from between 4 and
5 or 6 wk (Collymore et al. 2014, Gaulke et al. 2016).
This probably occurs with P. tomentosa, as the larval
worm abundance at early timepoints far exceeded
the abundance of other developmental stages as the
infection progresses (Gaulke at al. 2016). An ongoing
experiment in our laboratory includes a longitudinal
sampling protocol from the same population of
exposed fish to address the pattern of infection later
in infection.

There are several studies using mice as model for
Trichuris infections (Klementowicz et al. 2012,
Hurst & Else 2013), and 40 eggs mouse™! is consid-
ered a 'low dose' (Bancroft et al. 1994). With mice
treated with cortisone, Michael & Bundy (1989)
achieved infections at 10 eggs mouse™!. Although
our results must be cautiously interpreted given the
limited number of dosages assessed in this study,
our analysis reveals an IDs, of 17.5 eggs fish™!. This
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result was somewhat lower than our observed data,
where fish exposed to 25 eggs fish™! from 2 experi-
ments showed a mean prevalence of 45%. IDy,
was estimated to be 1.5 eggs fish™!. Unfortunately,
due to the relatively few trials conducted at low
doses, this estimate carries low precision, and
future investigations should seek to explicitly vali-
date it. However, this estimate of 1.5 eggs fish™! to
establish an infection corresponds with our present
studies, and with defined laboratory studies with
pig and mice nematodes in that the maximum
intensity of infection was seldom greater than 50 %
of the infectious dose (Keymer & Hiorns 1986,
Michael & Bundy 1989, Roepstorff et al. 1997, Ped-
ersen & Saeed 2002).

It should be noted that these estimates were based
on eggs fish™!, not a concentration of eggs in water.
However, in the present study (Trials 1-5), the con-
centration of fish 1! and all other husbandry parame-
ters were the same across trials, except for Trial 4.
Here, fish were exposed at 15 fish per 2.8 1 tank,
rather than 10, and thus the eggs 1"! was 50 % greater
in this trial than in the others at 200 eggs fish™'. Inter-
estingly, this group actually had slightly lower abun-
dance than the other groups exposed at 200 eggs
fish~!. Nevertheless, it would be logical that fish
exposed to the same number of eggs, but in a much
more dilute environment, would show lighter infec-
tions. Likewise, the duration of undiluted exposure
was about 24 h, and longer duration of exposure may
result in increased abundance. Parasites often ex-
hibit a threshold of abundance beyond which in-
creased exposure does not ultimately result in higher
established infections (Anderson 1993).

Zebrafish become sexually mature within a few
months of hatching, and hence most studies with
adult zebrafish are done with sexually mature fish.
Sexual differentiation in zebrafish is complicated, as
all fish are initially females, and then some become
males. Hence, zebrafish can be categorized as ju-
venile hermaphrodites. Although zebrafish sex is
primarily determined by genetics, a multitude of fac-
tors such as strain type, fish density, feeding, growth
rate, oxygen levels, and temperature can profoundly
influence sex (Liew & Orbdn 2014). Hence there are
often significant differences in sex ratios between
populations of laboratory zebrafish (Lawrence et al.
2008). The influence of sex on the outcomes of labo-
ratory experiments is now an important concern in
biomedical research (Clayton & Collins 2014). Multi-
ple studies have shown that males tend to be more
heavily parasitized than females when examining
mammal hosts (Schalk & Forbes 1997) or vertebrates

in general (Poulin 1996). However, Michael & Bundy
(1989) found no effect of host sex with experimental
infections of T. muris in mice. Male fish are more
prone to infection by the microsporidium Pseudo-
loma neurophilia (Chow et al. 2016), but in our nem-
atode model, we saw no influence of sex on abun-
dance. This is consistent with the review by Poulin
(1996), in which collective analysis of several studies
showed that while males of mammals and birds gen-
erally show a higher intensity of infection with nema-
todes than females, this phenomenon does not
extend to fish.

In conclusion, as with other laboratory studies,
we eliminated or significantly reduced many factors
associated with variability in aggregation. As dis-
cussed above, we observed consistent patterns of
infection and aggregation between trials. After
other factors are addressed and accounted for, still
about 65% of the aggregation variability between
studies is accounted for by ’‘species-specific and
study specific idiosyncrasies’ (Poulin 2013). Regard-
ing the latter, our various trials, including the
earlier published studies, were conducted in the
same laboratory, same water conditions, and with
the same line of specific pathogen-free zebrafish.
We saw a remarkable similarity of prevalence be-
tween trials at a given dose, but some variability in
abundance and aggregations. This suggests that
other unknown factors that may influence differ-
ences in host susceptibility within and between
populations may be important.

Given the consistent observation of aggregation
across our experiments, and the shared patterns
observed between our studies and those conducted
in other vertebrate hosts, the zebrafish/P. tomentosa
model provides a potentially robust, high-throughput
model to investigate the influence of differences
among hosts within defined populations. Certainly
differences in immune status may play a role, and
this could be addressed with isogenic zebrafish or the
mutant lines with specific immune gene alterations
that are readily available. We are conducting various
studies on the intestinal bacterial microbiome of
zebrafish, and have found that the presence and
abundance of P. tomentosa is significantly associated
with differences in the bacterial microbiome (Gaulke
et al. 2016). Other studies have reported alterations
in the intestinal microbiome associated with intes-
tinal helminths (Zaiss & Harris 2016). Germane to our
model, the presence of intestinal bacteria are re-
quired for T. muris to hatch in mice (Hayes et al.
2010). The reliability of our zebrafish/P. tomentosa
model may also provide a useful link between in vitro
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and mouse assays for drug discovery, as the nema-
tode in zebrafish is susceptible to traditional an-
thelminthic compounds and the cost ratio of hus-
bandry compared with mice is 2 to 3 orders of
magnitude lower (Goldsmith 2004).

Acknowledgements. This project was funded in part by the
NIH ORIP R24 Grant R240D010998 to M.L.K. and T.J.S. We
thank the Sinhubber Aquatic Resource Center, which is sup-
ported by NIH P30 ES000210, for providing zebrafish. We
thank Dr. Robert Poulin for helpful comments.

LITERATURE CITED

Anderson RM (1993) Epidemiology. In: Cox FEG (ed) Mod-
ern parasitology. Blackwell Scientific, Oxford, p 75-116
HBalik-Meisner M, Truong L, Scholl EH, Tanguay RL, Reif
DM (2018) Population genetic diversity in zebrafish lines.
Mamm Genome 29:90-100
]\(Balla KM, Lugo-Villarino G, Spitsbergen JM, Stachura DL
and others (2010) Eosinophils in the zebrafish: prospec-
tive isolation, characterization, and eosinophilia induc-
tion by helminth determinants. Blood 116:3944-3954
HBancroft AJ, Else KJ, Grencis RK (1994) Low-level infection
with Trichuris muris significantly affects the polarization
of the CD4 response. Eur J Immunol 24:3113-3118
#‘Bandilla M, Hakalahti T, Hudson PJ, Valtonen ET (2005)
Aggregation of Argulus coregoni (Crustacea: Branchi-
ura) on rainbow trout (Oncorhynchus mykiss): a conse-
quence of host susceptibility or exposure? Parasitology
130:169-176
ﬁ<Barton CL, Johnson EW, Tanguay RL (2016) Facility design
and health management program at the Sinnhuber
Aquatic Research Laboratory. Zebrafish 13(Suppl 1):
S39-S43
ﬁ< Chow FW, Xue L, Kent ML (2016) Retrospective study of
the prevalence of Pseudoloma neurophilia shows male
sex bias in zebrafish Danio rerio (Hamilton-Buchanan).
J Fish Dis 39:367-370
A Clayton JA, Collins FS (2014) Policy: NIH to balance sex in
cell and animal studies. Nature 509:282-283
ﬁ<Collymore C, Rasmussen S, Tolwani RJ (2013) Gavaging
adult zebrafish. J Vis Exp 78:€50691
ﬁi Collymore C, Watral V, White JR, Colvin ME, Rasmussen S,
Tolwani RJ, Kent ML (2014) Tolerance and efficacy of
emamectin benzoate and ivermectin for the treatment
of Pseudocapillaria tomentosa in laboratory zebrafish
(Danio rerio). Zebrafish 11:490-497
] Crofton HD (1971) A quantitative approach to parasitism.
Parasitology 62:179-193
] Goldsmith P (2004) Zebrafish as a pharmacological tool: the
how, why and when. Curr Opin Pharmacol 4:504-512
] Gregory RD, Woolhouse MEJ (1993) Quantification of para-
site aggregation: a simulation study. Acta Tropica 54:
131-139
F¢Harriff MJ, Bermudez LE, Kent ML (2007) Experimental
exposure of zebrafish (Danio rerio Hamilton) to Myco-
bacterium marinum and Mycobacterium peregrinum
reveals the gastrointestinal tract as the primary route of
infection: a potential model for environmental mycobac-
terial infection. J Fish Dis 30:587-600

’\'g Hayes KS, Bancroft AJ, Goldrick M, Portsmout C, Roberts
IS, Grencis RK (2010) Exploration of the intestinal
microflora by parasitic nematode Trichuris muris. Sci-
ence 328:1391-1394

A‘Hurst RIM, Else KJ (2013) Trichuris muris research revis-
ited: a journey through time. Parasitology 140:1325-1339

]% Karvonen A, Hudson PJ, Seppédla O, Valtonen T (2004)
Transmission dynamics of a trematode parasite: expo-
sure, acquired resistance and parasite aggregation. Par-
asitol Res 92:183-188

] Kent ML, Bishop-Stewart JK, Matthews JL, Spitsbergen JM
(2002) Pseudocapillaria tomentosa, a nematode patho-
gen, and associated neoplasms of zebrafish (Danio rerio)
kept in research colonies. Comp Med 52:354-358

] Kent ML, Buchner C, Watral VG, Sanders JL, LaDu J, Peter-
son TS, Tanguay RL (2011) Development and mainte-
nance of a specific pathogen-free (SPF) zebrafish re-
search facility for Pseudoloma neurophilia. Dis Aquat
Org 95:73-79

] Keymer AE, Hiorns RW (1986) Heligmosoides polygyrus
(Nematoda): the dynamics of primary and repeated in-
fection in outbred mice. Proc R Soc B 229:47-67

FKlementowicz JE, Tavis MT, Grencis RK (2012) Trichuris
muris: a model of gastrointestinal parasite infection.
Semin Immunopathol 34:815-828

’\'g Lawrence C, Ebersole JP, Kesseli RV (2008) Rapid growth
and out-crossing promote female development in
zebrafish (Danio rerio). Environ Biol Fish 81:239-246

,"( Liew WC, Orban L (2014) Zebrafish sex: a complicated
affair. Brief Funct Genomics 13:172-187

A‘Liu J, Zhou Y, Qi X, Chen J and others (2017) CRISPR/Cas9
in zebrafish: an efficient combination for human genetic
diseases modeling. Hum Genet 136:1-12

A‘Maley D, Laird AS, Rinkwitz S, Becker TS (2013) A simple
and efficient protocol for the treatment of zebrafish
colonies infected with parasitic nematodes. Zebrafish 10:
447-450

] Martins ML, Watral V, Rodrigues-Soares JP, Kent ML (2017)
A method for collecting eggs of Pseudocapillaria tomen-
tosa (Capillariidae) from zebrafish Danio rerio and effi-
cacy of heat and chlorine for killing the nematode's eggs.
J Fish Dis 40:169-182

] Michael E, Bundy DA (1989) Density dependence in estab-
lishment, growth and worm fecundity in intestinal hel-
minthiasis: the population biology of Trichuris muris
(Nematoda) infection CBA/Ca mice. Parasitology 98:
451-458

Moravec F (1987) Trichinelloid nematodes parasitic in cold-
blooded vertebrates. Academia, Praha

’\'g Moravec F, Wolter J, Korting W (1999) Some nematodes and
acanthocephalans from exotic ornamental freshwater
fishes imported into Germany. Folia Parasitol 46:296-310

]\( Morrill A, Dargent F, Forbes MR (2017) Explaining parasite
aggregation: more than one parasite species at a time. Int
J Parasitol 47:185-188

]\'{ Murray KN, Peterson TS (2015) Pathology in practice. J Am
Vet Med Assoc 246:201-203

]\'{ Pacala SW, Dobson AP (1988) The relation between the
number of parasites/host and age: population dynamic
causes and maximum likelihood estimation. Parasitology
96:197-210

] Pedersen S, Saeed I (2002) Host age influence of the inten-
sity of experimental Trichuris suis infection in pigs. Para-
site 9:75-79

] Poulin R (1993) The disparity between observed and uni-


https://doi.org/10.1007/s00335-018-9735-x
https://doi.org/10.1182/blood-2010-03-267419
https://doi.org/10.1002/eji.1830241230
https://doi.org/10.1017/S0031182004006407
https://doi.org/10.1089/zeb.2015.1232
https://doi.org/10.1111/jfd.12328
https://doi.org/10.1038/509282a
https://doi.org/10.3791/50691
https://doi.org/10.1089/zeb.2014.1021
https://doi.org/10.1017/S0031182000071420
https://doi.org/10.1016/j.coph.2004.04.005
https://doi.org/10.1016/0001-706X(93)90059-K
https://doi.org/10.1111/j.1365-2761.2007.00839.x
https://doi.org/10.1126/science.1187703
https://doi.org/10.1017/S0031182013001054
https://doi.org/10.1007/s00436-003-1035-y
https://doi.org/10.1016/0020-7519(93)90060-C
https://doi.org/10.1051/parasite/200209175
https://doi.org/10.1017/S0031182000081762
https://doi.org/10.2460/javma.246.2.201
https://doi.org/10.1016/j.ijpara.2016.11.005
https://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&list_uids=10730202&dopt=Abstract
https://doi.org/10.1017/S0031182000061540
https://doi.org/10.1111/jfd.12501
https://doi.org/10.1089/zeb.2013.0868
https://doi.org/10.1007/s00439-016-1739-6
https://doi.org/10.1093/bfgp/elt041
https://doi.org/10.1007/s10641-007-9195-8
https://doi.org/10.1007/s00281-012-0348-2
https://doi.org/10.1098/rspb.1986.0074
https://doi.org/10.3354/dao02333
https://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&list_uids=12211280&dopt=Abstract

Kent et al.: Pseudocapillaria tomentosa in zebrafish 131

form distributions: a new look at parasite aggregation. ]/ Schalk G, Forbes MR (1997) Male bias in parasitism of mam-

Int J Parasitol 23:937-944 mals: effects of study type, host, and parasite taxon.
]\(Poulin R (1996) Sexual inequalities in helminth infections: a Oikos 78:67-74
cost of being male. Am Nat 147:287-295 ]/ Shaw DJ, Dobson AP (1995) Patterns of macroparasite abun-
]\(Poulin R (2007) Are there general laws in parasite ecology? dance and aggregation in wildlife populations: a quanti-
Parasitology 134:763-776 tative review. Parasitology 111:S111-S133
]\(Poulin R (2013) Explaining variability in parasite aggre- ]/ Yakob L, Magalhaes S, Gray DJ, Millonvich G and others
gation levels among host samples. Parasitology 140: (2014) Modelling parasite aggregation: disentangling
541-546 statistical and ecological approaches. Int J Parasitol 44:
FRoepstorff A, Eriksen L, Slotved HC, Nansen P (1997) Exper- 339-342
imental Ascaris suum infection in the pig: worm popula- ] Zaiss MM, Harris NL (2016) Interactions between the in-
tion kinetics following single inoculations with three testinal microbiome and helminth parasites. Parasite
doses of infective eggs. Parasitology 115:443-452 Immunol 38:5-11
Editorial responsibility: Dieter Steinhagen, Submitted: April 3, 2018; Accepted: August 27, 2018

Hannover, Germany Proofs received from author(s): October 29, 2018


https://doi.org/10.1086/285851
https://doi.org/10.1017/S0031182006002150
https://doi.org/10.1017/S0031182012002053
https://doi.org/10.1017/S0031182097001480
https://doi.org/10.1111/pim.12274
https://doi.org/10.1016/j.ijpara.2014.02.008
https://doi.org/10.1017/S0031182000075855
https://doi.org/10.2307/3545801



