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Abstract

Biofilms containing pathogenic organisms from the water supply are a potential source of
protozoan parasite outbreaks and a general public health concern. The aim of the present study
was to demonstrate the simultaneous and multi-spatial occurrence of waterborne protozoan
pathogens (WBPP) in substrate-associated biofilms (SAB) and compare it to surface water (SW)
and sediments with bottom water (BW) counterparts using manual filtration and elution from low-
volume samples. For scenario purposes, simulated environmental biofilm contamination was
created from in-situ grown one-month-old SAB (OM-SAB) that were spiked with
Cryptosporidium parvum oocysts. Samples were collected from the largest freshwater reservoirs
in Luzon, Philippines and a University Lake in Thailand. A total of 69 samples (23 SAB, 23 SW,
and 23 BW) were evaluated using traditional staining techniques for Cryptosporidium, and
immunofluorescence staining for the simultaneous detection of Cryptosporidium and Giardia. In
the present study, WBPP was found in 43% SAB, 39% SW, and 39% BW samples tested with
SAB results reflecting SW and BW results. Further, the potential and advantages of using low-
volume sampling for the detection of parasite (oo)cysts in aquatic matrices were also
demonstrated. Scanning electron microscopy of OM-SAB revealed a naturally-associated testate
amoeba shell, while Cryptosporidium oocysts spiked samples provided a visual profile of what
can be expected from naturally contaminated biofilms. This study provides the first evidence for

the simultaneous and multi-spatial occurrence of waterborne protozoan pathogens in low-volume
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environmental aquatic matrices and warrants SAB testing along with SW and BW matrices for

improved water quality assessment strategies (1IWQAS).

Capsule
Analysis of biofilms along with surface water and sediments in environmental aquatic systems

leads to improved detection and isolation of waterborne protozoan pathogens.

Keywords: Asia; biofilms; Cryptosporidium; Giardia; lakes

1. Introduction

Cryptosporidium and Giardia are protozoan agents of diarrheal outbreaks worldwide
(Baldursson and Karanis, 2011; Efstratiou et al., 2017a; Karanis et al., 2007; Mac Kenzie et al.,
1994). Cryptosporidiosis is the second leading global cause of infantile mortality next to rotavirus
infection (Checkley et al., 2015), while giardial infections are reported to be at more than 200
million cases annually worldwide. Both Cryptosporidium and Giardia are listed in the ‘Neglected
Diseases Initiative’ by the World Health Organization (Savioli et al., 2006). The
immunocompromised population is at highest risk in contracting these waterborne protozoan
pathogens (WBBP) with low infectious dose; ingestion of as few as 10 (oo)cysts have been
reported to cause morbidity even in the immunocompetent population (Dupont et al., 1995;
Okhuysen et al., 1999; Ortega et al., 1997; Steiner et al., 1997).

Biofilms are formed from the transition of planktonic cells to sessile cells, which leads to
the accumulation and establishment of stable interactions between pure and multi-species

communities (Matos et al., 2017; Suba and Masangkay, 2013). The complexity of the biofilm
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community is brought about by the introduction of other unicellular organisms like protozoans
(Murphy et al., 2018; Waiser et al., 2016; Xu et al., 2014), which can facilitate the interspecies co-
evolutionary processes as recently reported and discussed in the biofilm inhabitation of
Acanthamoeba spp. infected with bacteria containing bacteriophages with the possibility of
virophages as well (Bekliz et al., 2016; Masangkay et al., 2018).

Biofilms are potential reservoirs of human and zoonotic pathogens in environmental
aquatic systems and contribute to the persistence and transmission of waterborne protozoan
pathogens and other microorganisms (Ryan et al., 2016). The biofilm roughness contributes to the
attachment of protozoan (oo)cysts (DiCesare et al., 2012a; Wolyniak et al., 2009; 2010) and the
biofilm mass as a whole provides UV protection for (0o)cysts trapped within its matrix which
contributes to the environmental persistence of potentially-pathogenic protozoans (DiCesare et al.,
2012b).

The aim of this study was to demonstrate the presence of Cryptosporidium and Giardia
(oo)cysts in environmental aquatic substrate-associated biofilms (SAB) and compare its results
against surface water (SW) and bottom water with sediment (BW) counterparts through manual
filtration and elution of low-volume samples and to introduce the significance of biofilms as a

biological reservoir for WBPP.

2. Materials and Methods
2.1. Study sites

The University Lake of Nakhon Si Thammarat, Thailand (Fig. 1.A) was chosen as one of
the study sites due to its recreational use and its importance as a habitat for local amphibians,

reptiles, small mammals, livestock, and aquatic birds. Fig. 1.B illustrates the other study sites in
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the Philippines (Laguna de Bay, Taal Lake, Pantabangan watershed and The Seven Lakes of
Laguna, and Ipo watershed), four of which were tested for the presence of WBPP. The Ipo
watershed site was selected for the one-month-old SAB (OM-SAB) in-situ culture experiment.
Laguna de Bay is the largest lake in the Philippines and is the major site for freshwater aquaculture
in Luzon (Guzman, 2006; Israel, 2007). Taal Lake is the third largest lake in the country and the
primary source of freshwater fish in the surrounding provinces (Martinez, 2011). The Pantabangan
watershed was constructed by flooding a town and erecting a dam structure for hydroelectric
power. The Seven Lakes of San Pablo Laguna is a system of crater lakes, where Sampaloc and
Bunot Lake are used for aquaculture. Palakpakin Lake connects to a river system and Mohicap
Lake is enclosed by natural surroundings that offer tourists and local residents a breath-taking view
of the area. The remaining Yambo, Pandin, and Kalibato Lakes are mainly used for picnic and
water activities. The Ipo watershed has been created by a river system that drains the larger Angat

dam, which provides the majority of the water supply to Manila and its nearby metropolis.

2.2. Sample collection

Surface water samples (SW) were collected in 50 mL sterile polyethylene containers by
collecting no more than 30 cm below the water surface from each sampling area (Table 1). Bottom
water with sediments (BW) were collected from a water depth of one meter along the shoreline
that was composed of one-part sediments and four-parts bottom water. Substrate-associated
biofilms (SAB) were harvested from aquatic plants whenever present. Short segments of small
aquatic plants were collected and washed with sterile distilled water to remove non-adherent cells,
cut into smaller portions in order to fit loosely inside 50 mL sterile polyethylene containers with a

final volume of 50 mL sterile distilled water. In the absence of aquatic plants, adherent biofilms
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(approximately 2 g) were scraped from rocks no more than 30 cm below the water surface. Samples
were transported to the laboratory and processed within 48 hours after collection. The 50 mL
samples in this study aimed to provide initial data on the capability and feasibility of detecting
pathogenic (oo)cysts from environmental aquatic matrices using a low-volume sampling
technique. The low-volume 50 mL sample was elected to represent the hypothetical volume of a
water sample that could be accidentally ingested or inhaled by an individual during water activities,

which could lead to the infection of Cryptosporidium and/or Giardia if present in the water source.

2.3. Sample processing

Each sample was vortexed for one minute to dislodge adherent cells from any larger
organic substances and debris in order to distribute the bio-colloids evenly throughout the sample
matrix and left to stand for 5 min to settle heavier solids. The SW, BW and SAB sample
suspensions were each manually filtered through a 1.2 um glass microfiber filter fitted inside a 50
mL sterile disposable syringe (Masangkay et al., 2016). Glass microfiber filters were recovered
and placed in sterile disposable polyethylene plates, where the filtered sediments were scraped
using a sterile inoculating loop and 5 mL sterile distilled water as eluent. The 5 mL eluates were
transferred to sterile test tubes and centrifuged at 1500 g for 15 minutes (US EPA Method 1623,
2005) where 3 mL of the supernatants were discarded and the remaining 2 mL and pellet were
mixed to form a suspension and subsequently transferred and stored in microcentrifuge tubes for

smearing within 24 hours.

2.4. Microscopy of Cryptosporidium and Giardia (0oo)cysts
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For all samples, 25 uL of the pellet suspension was made into a 1 cm diameter smear on a
clean glass slide in duplicate. Screening for Cryptosporidium oocysts was performed by staining
with modified Kinyoun’s (MK), modified Safranin Methylene Blue (SMB), and Auramine (Aura).
Microscopic confirmation of Cryptosporidium spp. and Giardia spp. (0o)cysts were performed by
Direct Antibody Fluorescent Testing (IFT) using the Aqua-GloTM G/C Direct Comprehensive Kit
(Waterborne Inc. USA) according to the manufacturer’s instructions. Light microscopy of MK
and SMB smears was performed by examining 200 oil immersion fields using a Nikon Model
Eclipse EI00LED light microscope. An upright epifluorescence incident light excitation trinocular
UB microscope with a three-megapixel camera was used to examine 200 high power fields of the
Aura and IFT smears. Suspected Cryptosporidium and Giardia (0o)cysts were compared to stained
positive controls (A100FLR-1X Aqua-Glo G/C Direct positive control, Waterborne Inc. USA),
where MK and SMB stained Cryptosporidium (oo)cysts stood out as round bodies measuring 4 to
6 um in diameter with occasionally visible sporozoites that are bright red against a blue
background. Aura and IFT stained Cryptosporidium oocysts fluoresced bright apple-green against
a black background (CDC DPDx Cryptosporidiosis). Giardia cysts stained with IFT were ovoid,
measuring 10 to 14 um, and fluoresced bright apple-green against a black background (CDC DPDx

Giardiasis).

2.5. OM-SAB grown in-situ
Naturally grown in situ one-month-old substrate-associated biofilms (OM-SAB) were
produced from the Ipo Watershed using glass coverslip substrates that were secured to 20 X 3 cm

plastic panels held together by a 20 X 5 cm Styrofoam body in the horizontal and vertical
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orientation on either side (Supplementary +material 1). The constructed substrates were immersed

at least 30 cm below the surface of the water from October 1, 2018 to November 1, 2018.

2.6. OM-SAB microscopy panel

To be able to determine the presence of naturally-associated Cryptosporidium and Giardia
(0oo)cysts in OM-SAB, coverslip panels with OM-SAB were collected and washed with sterile
distilled water to remove non-adherent cells and individually placed into 50 mL sterile
polyethylene containers, transported to the laboratory, and harvested by scraping the coverslip
substrate-side (in contact with the water column) with sterile scalpel blades, and prepared into 2
mL microcentrifuge tube suspensions using sterile distilled water. OM-SAB suspensions were
vortexed for one minute and left to stand for five minutes to settle the heavier particles. 25 uL of
the OM-SAB suspension was aspirated and prepared in duplicate into 1-cm diameter smears on
clean glass slides and stained with MK, SMB, Aura, and IFT (Aqua-GloTM G/C Direct

Comprehensive Kit) according to the manufacturer’s directions.

2.7. Scanning electron microscopy (SEM) of OM-SAB

To be able to provide SEM visualization of the natural architecture and composition of an
environmental aquatic substrate-associated biofilm, horizontal and vertical OM-SAB grown on
glass coverslips substrates were fixed with absolute methanol and allowed to dry for 24 hours. The
coverslip substrates were gently broken into shards of approximately 3 X 3 mm with care not to
disrupt the OM-SAB, then attached to a carbon tape secured on the SEM (TM3000 Hitachi
Tabletop SEM) metal platform for examination at the University of Santo Tomas, Thomas Aquinas

Research Centre.
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2.8. Spiking of OM-SAB for Aura, IFT, and SEM
In order to simulate environmental contamination of OM-SAB with Cryptosporidium
oocysts, 25 uL. of OM-SAB suspensions were spiked with 10 uL of C. parvum oocysts in 1 X 10°

cells / mL concentration (P102C @ 1x10/6, Cryptosporidium parvum oocysts, 1 million, in 4 mL,

Waterborne Inc. USA) and prepared in duplicate into 1 cm diameter smears on clean glass slides
and stained with Aura and IFT. For SEM analysis of spiked OM-SAB, one vertical and one
horizontal OM-SAB were fixed with absolute methanol, allowed to dry for 24 hours, then
manually broken into shards of approximately 3 X 3 mm with care not to disrupt the OM-SAB,
then spiked with 5 pL of C. parvum oocysts, and allowed to dry for 24 hours for visualization

through SEM.

3. Results

Table 1 outlines the coordinates (geographical location), WBPP, and contributory
contamination sources for each sampling area. The majority of the samples tested positive for
waterborne protozoan pathogens in Thailand (3/3) and the Philippines (15/20) sampling areas.
Overall, 78% (18/23) of the aquatic sample matrices tested in this study contained at least one
WBPP in at least one sample matrix. Table 2 highlights the natural association of Cryptosporidium
and Giardia (oo)cysts in SAB relative to SW and BW matrices tested in this study. IFT confirmed
22% (5/23) Cryptosporidium and 4% (1/23) Giardia (oo)cysts in SAB which collates with 39%
positivity from both SW and BW counterparts. Table 3 shows a 33% (3/9) agreement between SW
and SAB samples positive for WBPP and the increased detection capacity of WBPP by 50% (7/14)

as compared to SW negative for WBPP. The comparison of BW and SAB demonstrated similar
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results. Table 4 provides a panel of microscopy results for OM-SAB, where horizontal and vertical
samples were negative for naturally-associated WBPP. The absence of Giardia cysts was
consistent in both natural and spiked OM-SAB after staining with Aura and IFT, which confirms
its absence from the samples tested in the study. Fig. 2. demonstrates positive controls of
Cryptosporidium and Giardia (oo)cysts that were used as a reference for microscopic
identification. Fig. 3. shows the microscopic detection of Cryptosporidium and Giardia (0o)cysts
in SW, BW, and SAB using the elected staining techniques. Fig. 3.a-c demonstrates typical
Cryptosporidium oocysts stained with MK and SMB as round (oo)cysts with internal structures
that stained red by carbol fuchsin, while Fig. 3.d-f demonstrates apple-green fluorescence
attributed to Auramine and IFT stains. All Cryptosporidium oocysts (Fig. 3.a-e) fit within the 4 to
6 um diameter range and had morphologic characteristics similar to the positive control of C.
parvum (as shown in Fig. 2.a-d). Fig 3.f demonstrates the oval to ellipsoid morphology and size
range of 10 to 14 um of Giardia cysts, similar to the G. lamblia positive control found in Fig. 2.e.
Fig. 4. shows pictures of OM-SAB grown in situ in Ipo watershed on glass coverslip substrates
with microscopic architecture and associated structures visualized through SEM. Thick networks
of exopolysaccharide matrix were-ebserved in Fig. 4.d which was responsible for binding the

contents of the biofilm microcosm. A naturally-associated testate amoeba shell (Fig. 4.e) was
incidentally identified in a vertical OM-SAB. Fig. 4.g demonstrates simulated environmental
contamination by spiking with C. parvum (oo)cysts for scenario purposes and the relative
comparison of the size of C. parvum oocysts against contents of the OM-SAB. Evidence of the
temporal accumulation and the diversity of organic materials in the biofilm matrix, mainly,
freshwater diatoms (Fig. 4.f), contributeds to the variable surface roughness and porosity which

can potentially facilitate attachment and trapping of pathogenic (oo)cysts and other organic
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materials. Horizontal substrates and substrates immersed at 122 cm-2-meter depth had denser

biofilm growth compared to vertical and 30 cm depth counterparts_ which were observed by

measuring the biofilm mass through licht absorbance at optical density of 590 nm using a

spectrophotometer (Supplementary} material 2) whileand dry weight expressed in grams was

measured using an analytical balance (Supplementary material -3). All staining methods detected

0-1 (oo)cyst per 25 uLL smeared suspension thereby providing an approximated maximum (0o)cyst
load of 2,000 (0o)cysts per 50 mL of sample matrix in the present study or 40,000 (oo)cysts per 1

L of the sample matrix. On very rare occasions, 0-2 (oo)cysts per 25 pL. were observed.

4. Discussion
4.1 Microscopy panel and low-volume sampling

The results of this study show that traditional staining methods of MK and SMB are cost-
effective but provided lower detection compared to fluorescence techniques. The low-cost MK
staining method has been reported to exhibit 66% sensitivity and up to 88% specificity (Elsafi et
al., 2014; Johnston et al., 2003), and only requires a light microscope (Current and Garcia, 1991).
In the present study, only 4% (1/23) SAB tested positive for Cryptosporidium (0o)cysts using MK,
which collates with SW and BW results (Tables 1 and 2). In similar studies, MK detected only 2%
(3/135) Cryptosporidium (oo)cysts from water samples in Turkey, which were identified as C.
parvum after polymerase chain reaction (Aslan et al., 2012). In addition, MK presented with 71%
(53/75) positivity for Cryptosporidium oocysts in a metropolitan watershed in the Philippines,
which suggests heavy parasite contamination during the three-day sampling period (Masangkay et
al., 2016). In the present study, the staining characteristics of Cryptosporidium were identical for

both MK and SMB, where 7% (2/23) positivity for SMB was relatively close to the results obtained

11
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from MK but lower than Aura with a 39% (9/23) screening positivity. These results suggest
variability in the power of (0o)cysts detection depending on the microscopic method and the utility
of Aura as a convenient screening method for detection of Cryptosporidium oocysts in water
samples (Ahmed and Karanis, 2018; Hanscheid et al., 2008; Smith et al., 1989). In the present
study, IFT findings were positive for Cryptosporidium and Giardia (oo)cysts at 22% and 4%,
respectively but IFT kits were expensive and required a fluorescence microscope. However, the
cost may be justified by the high degree of sensitivity (99%) and specificity (100%) for
Cryptosporidium and 96% to 100%, respectively, for Giardia (Adeyemo et al., 2018; Pacheco et
al., 2013). Researchers in different parts of the globe have extensively contributed to establishing
the importance of water analysis methodologies in the effective detection of WBPP (Estratiou et
al., 2017a; 2017b; Plutzer and Karanis, 2016). Likewise, the establishment of cost-effective
concentration methods for WBPP in water samples like flotation and flocculation being applied to
large and lower volume water samples have gained traction over the past two decades (Gallas-
Lindemann et al., 2013; 2016; Karanis et al., 2006; Karanis and Kimura, 2002; Koloren et al.,
2016; 2018; Kourenti et al., 2003; Kourenti and Karanis, 2004; 2006; Ma et al., 2019; Tsushima
etal., 2001; 2003a; 2003b). Low-volume water sampling for the detection of Cryptosporidium and
Giardia is not routinely performed but a number of studies have already confirmed its benefits as
reported in the PCR positivity of Cryptosporidium in 50 mL raw river water samples in China
(Xiao et al., 2012), and a study in the Philippines that reported both MK and PCR confirmation
and sequence identification of C. hominis directly from 50 mL samples (Masangkay et al., 2016;
2019). These methods are cost-effective alternatives to Method 1623 or other methodologies,
providing effective detection of Cryptosporidium and Giardia, particularly in high-turbidity

aquatic samples (Bilung et al., 2017; Efstratiou et al., 2017b). In the present study, low-volume
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water sampling offered the advantages of ease of collection and transport, multiple matrix
sampling (SW, BW, and SAB), multiple area sampling per study site, reproducibility, and
significantly lower test cost. The (oo)cyst load of approximately 2,000 (oo)cysts per 50 mL or
40,000 (oo)cysts per 1 L sample matrix indicated high contamination of the sampling areas with
WBPP. These estimates, however, should not be taken as absolute counts as (0o)cysts can be
unevenly dispersed and associated with bio-colloids, thereby further complicating its’ non-
homogeneous distribution in environmental aquatic matrices. The variation of positive and
negative results per staining method across each 50 mL sample may have been influenced by the

non-homogeneous distribution of (0o)cysts in the aquatic sample matrices.

4.2 Spatial distribution of WBPP in aquatic matrices

Spatial distribution of Cryptosporidium and Giardia in sample matrices as shown in Table
1 and Table 2 demonstrate that BW and SW, and in particular SAB are all suitable environmental
aquatic matrices for the detection of WBPP. Out of the 23 combined sampling areas (3 in Thailand
and 20 in the Philippines), 78% (18/23) were positive for Cryptosporidium and/or Giardia in at
least one sample matrix, where 39% (9/23) of both SW and BW, and 43% (10/23) SAB, tested
positive. Results of this study on the presence of Cryptosporidium and/or Giardia in environmental
drinking and recreational waters can be supported by the investigations done in 2016 in the La
Mesa Watershed in the Philippines, where a high incidence of Cryptosporidium and Cyclospora
was documented over a three-day period (Masangkay et al., 2016). Similarly, a study in Malaysia
reported 100% (24/24) of SW to be positive for Cryptosporidium and Cyclospora (Bilung et al.,
2017), with Giardia cysts reported to contaminate SW as well (Lass et al., 2017; Ramo et al.,

2017). Studies investigating pathogenic protozoans from BW are rare; one exemplary study for
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BW was reported in 2017 from the Yunlong Lake in China where 47% (28/60) BW tested positive
for Cryptosporidium (Kong et al., 2017). Although in vitro extracellular excystation of
Cryptosporidium has been elaborated in Pseudomonas aeruginosa aquatic biofilms (Koh et al.,
2013; 2014), there has been no documented case of the natural-association of Cryptosporidium in
environmental aquatic biofilms until the first report of C. hominis in SAB that was isolated from
a freshwater sponge in the Philippines in 2019 (Masangkay et al., 2019). In the present study, the
value of SAB as a supplemental sample matrix provided close agreement with both SW and BW
positivity and increased reporting of WBPP as compared to analyzing SW alone (Table 1 and
Table 3). The possible contributory factors for contamination of the sampling areas and the cycling
of WBPP between humans and the environment can come from many sources (Table 1) including
anthropogenic activities, communities with poor sanitary and living conditions, and improper
domestic wastewater sanitization procedures (Adamska, 2014; Bhattachan et al., 2017; Masangkay
et al., 2016). The presence of wildlife, domestic, and farm animals in the surroundings of lakes
and other water reservoirs plays a significant role in parasite transmission to other animals and
water sources thereby contributing to zoonotic transmission of Cryptosporidium and Giardia (Gil
etal., 2017; Wells et al., 2019; Zahedi et al., 2016). In addition, birds, fish, amphibians, and small
mammals have been tested and reported to be positive for Cryptosporidium and Giardia as well
(Hublova et al., 2016; Karanis et al., 1996; Ryan, 2010; Yang et al., 2015). Soil run-off, mixed
with animal and human excreta can contribute to source water contamination with WBPP (Dai and
Boll, 2003; Norman et al., 2013). Aquatic plants and immersed substrates, as demonstrated in this
study, can harbor pathogenic (oo)cysts through the temporal accumulation of (0oo)cysts in SAB.
These contaminating factors are best exemplified in the University Lake of Thailand, which

simulates anthropogenic, zoogenic, and environmental cycling of WBPP in a small water
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catchment (Fig. 3.a-b and Table 1), where all sample matrices were positive for Cryptosporidium

oocysts and TS1A3 SW was simultaneously positive for both Cryptosporidium and Giardia.

4.2. Aquatic biofilms: implications for water quality assessment strategies (WQAS)

Biofilms in relation to WQAS have been limited to tap water systems (Wingender and
Flemming, 2011; van der Kooijet al., 2017; Zhou et al., 2017), while biofilms in natural freshwater
resources are not screened for Cryptosporidium and Giardia contamination. The natural-
association of a testate amoeba shell suspected of being Difflugia (Qin et al., 2011) on the OM-
SAB surface (Fig. 4.e) demonstrates the potential for interactions between SAB and bio-colloids
like Cryptosporidium and Giardia (oo)cysts (Luo et al., 2016; Searcy et al., 2006). Parasite load
and temporal accumulation contribute to the presence of WBPP in SAB as can be observed from
Ipo watershed where OM-SAB grown in-situ were negative for Cryptosporidium and Giardia
(Table 4) seemingly because of low parasite load where only one Cryptosporidium oocyst was
detected from all SW and BW from all four sampling sites (results not shown). Fig. 4.c and 4.d
demonstrate biofilm roughness and porosity and a network of the exopolysaccharide matrix which
can trap Cryptosporidium and Giardia (0o)cysts (Wolyniak et al., 2010). This is in agreement with
the observations presented in Fig. 4.g, where C. parvum oocysts spiking experiment revealed the
relative size comparison between Cryptosporidium oocysts and the size of channels and spaces on
the OM-SAB surface, which can potentially permit the temporal accumulation and trapping of
WBPP, including larger testate amoeba shells among other bio-colloids. Further, the abundance of
organic debris in the OM-SAB permits UV radiation protection, which further contributes to the
maintenance of (0o)cyst viability (DiCesare et al., 2012b). As shown in Table 3, additional analysis

of SAB generated 33% agreement with positive SW results and enhanced detection of WBPP to
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50% by not declaring the water samples as not contaminated based on negative SW results alone
with similar results observed from SAB and BW comparisons. As opposed to the real-time nature
of contamination from SW and BW matrices, SAB is a matrix, which submits results based on the
temporal accumulation of WBPP similar to reports of temporal accumulation of Cryptosporidium
oocysts in marine shellfish (Pagoso and Rivera, 2017) and freshwater sponge in the Philippines
(Masangkay et al., 2019). The results of this study support the hypothesis of the natural-association
of WBPP in SAB that can be exploited to detect Cryptosporidium and Giardia (0oo)cysts from
environmental freshwater resources and lead to improved water quality assessment strategies
(IWQAS). The formulation of screening initiatives for the simultaneous testing of SW, BW, and
SAB in multiple sampling areas per study site can also provide important data for limiting the
exposure of humans and animals to WBPP, stimulate government responses, regulatory actions,

and improved accessibility to screening protocols.

5. Conclusions

Screening biofilms for waterborne protozoan pathogens has been an underappreciated tool
in the detection and mitigation of waterborne infections and outbreaks. The results of this study
provide evidence that analysis of aquatic substrate-associated biofilms leads to improved water
quality assessment strategies. Employing more than one microscopy method for the detection of
waterborne protozoan pathogens in low-volume samples can improve Cryptosporidium and
Giardia detection from surface water, bottom water with sediments, and substrate-associated
biofilms. Biofilms can act as biological reservoirs for waterborne protozoan pathogens by

associating and protecting (oo)cysts from UV exposure within their matrices and surfaces.

16



365

366

367

368

369

370

371

372

373

374

375

376

377

378

379

380

381

382

383

384

385

386

387

Funding
This study was financially supported by The Walailak University Graduate Studies

Research Fund Contract No. 24/2562 awarded to FRM.

Acknowledgments

We extend our deepest gratitude to Antoinette E. Dasig, Michael Christopher P. Agustin,
Rado Paul F. Cruz, Harrison Karl C. De Jesus, Jasmin Aliya L. Ellazar, Enrico B. Gozum, and
Paula Marie Isabel F. Inocencio of the Department of Medical Technology, College of Pharmacy,
The Pontifical and Royal University of Santo Tomas for being exemplary in their work and as
undergraduate research students whose roles played an integral part in the fruition of this
international collaboration. We thank Joseph Dionisio, Romel Solomon, Virgilio Bitagcul, Noel
Cajuday, Maria Lourdes Policarpio, Ivy Timogtimog, and Ernest Hidalgo of Far Eastern
University-Manila for laboratory logistics; Nina Caisido, Junee Linsangan of the UST Analytical
Services Laboratory Research Center for the Natural and Applied Sciences, and Director of facility
Dr. Christina Binag for SEM visualizations, Harry Esmaya of Howell Medical supplies for the
fluorescence microscopy facility, and Dr. Henry H. Stibbs, Angela Faust, and Molly Rowe of
Waterborne Inc. for the comprehensive IFT kit. We thank Chad Schou for the editorial

proofreading of the manuscript.

Conflict of interests

The authors declare no conflict of interest.

References

17



388

389

390

391

392

393

394

395

396

397

398

399

400

401

402

403

404

405

406

407

408

409

410

Adamska, M., 2014. Molecular characterization of Cryptosporidium and Giardia occurring in
natural water bodies in Poland. Parasitol Res. 114(2):687-92. doi: 10.1007/s00436-014-
4234-9.

Adeyemo, F.E., Singh, G., Reddy, P., Stenstrom, T.A., 2018. Methods for the detection of
Cryptosporidium and Giardia: From microscopy to nucleic acid based tools in clinical and
environmental regimes. Acta Trop. 184:15-28. doi: 10.1016/j.actatropica.2018.01.011.

Ahmed, S.A., Karanis, P., 2018. An overview of methods/techniques for the detection of
Cryptosporidium in food samples. Parasitol Res. 117:629—-653. doi.org/10.1007/s00436-
017-5735-0.

Aslan, G., Bayram, G., Otag, F., Direkel, S., Taylan Ozkan, A., Ceber, K., Emekdas, G., 2012.
Investigation of the presence of Cryptosporidium spp. in different water sources in Mersin
province, Turkey. Mikrobiyol Bul. 46(1):93-100.

Baldursson, S., Karanis, P., 2011. Waterborne transmission of protozoan parasites: review of
worldwide outbreaks - an update 2004-2010. Wat Res. 15;45(20):6603-14. doi:
10.1016/j.watres.2011.10.013.

Bhattachan, B., Sherchand, J.B., Tandukar, S., Dhoubhadel, B.G., Gauchan, L., Rai, G., 2017.
Detection of Cryptosporidium parvum and Cyclospora cayetanensis infections among
people living in a slum area in Kathmandu valley, Nepal. BMC Res Notes. 10(1):1-5. doi:
10.1186/s13104-017-2779-2.

Bekliz, M., Colson, P., La Scola, B., 2016. The expanding family of virophages. Viruses. 8(11).
pii: E317. doi: 10.3390/v8110317.

Bilung, L.M., Tahar, A.S., Yunos, N.E., Apun, K., Lim, Y.A., Nillian, E., Hashim, H.F., 2017.

Detection of Cryptosporidium and Cyclospora oocysts from environmental water for

18



411

412

413

414

415

416

417

418

419

420

421

422

423

424

425

426

427

428

429

430

431

432

433

drinking and recreational activities in Sarawak, Malaysia. Biomed Res Int. 2017:4636420.
doi: 10.1155/2017/4636420.

Current, W.L., Garcia, L.S., 1991. Cryptosporidiosis. Clin Microbiol. 4: 325¢358.

Checkley, W., White, A.C. Jr., Jaganath, D., Arrowood, M.J., Chalmers, R.M., Chen, X.M., Fayer,
R., Griffiths, J.K., Guerrant, R.L., Hedstrom, L., Huston, C.D., Kotloff, K.L., Kang, G.,
Mead, J.R., Miller, M., Petri, W.A. Jr., Priest, J.W., Roos, D.S., Striepen, B., Thompson,
R.C., Ward, H.D., Van Voorhis, W.A., Xiao, L., Zhu, G., Houpt, E.R., 2015. A review of
the global burden, novel diagnostics, therapeutics, and vaccine targets for
Cryptosporidium. Lancet Infect Dis. 15(1):85-94. doi: 10.1016/S1473-3099(14)70772-8.

Dai, X., Boll, J., 2003. Evaluation of attachment of Cryptosporidium parvum and Giardia lamblia
to soil particle. J Environ Qual. 32(1):296-304. doi: 10.2134/jeq2003.2960.

DiCesare, E.A., Hargreaves, B.R., Jellison, K.L., 2012a. Biofilm roughness determines
Cryptosporidium parvum retention in environmental biofilms. Appl Environ Microbiol.
78(12):4187-93. doi: 10.1128/AEM.08026-11.

DiCesare, E.A., Hargreaves, B.R., Jellison, K.L., 2012b. Biofilms reduce solar disinfection of
Cryptosporidium parvum oocysts. Appl Environ Microbiol. 78(12):4522-5. doi:
10.1128/AEM.08019-11.

DuPont, H.L., Chappell, C.L., Sterling, C.R., Okhuysen, P.C., Rose, J.B., Jakubowski, W., 1995.
The infectivity of Cryptosporidium parvum in healthy volunteers. N Engl J Med.
332(13):855-9. doi: 10.1056/NEJM199503303321304.

Efstratiou, A., Ongerth, J.E., Karanis, P., 2017a. Waterborne transmission of protozoan parasites:
Review of worldwide outbreaks - An update 2011-2016. Wat Res. 114:14-22. doi:

10.1016/j.watres.2017.01.036.

19



434

435

436

437

438

439

440

441

442

443

444

445

446

447

448

449

450

451

452

453

454

Efstratiou, A., Ongerth, J., Karanis, P., 2017b. Evolution of monitoring for Giardia and
Cryptosporidium in water. Wat Res. 123:96-112. doi: 10.1016/j.watres.2017.06.042.

Elsafi, S.H., Al-Sheban, S.S., Al-Jubran, K.M., Abu Hassan, M.M., Al Zahrani, E.M., 2014.
Comparison of Kinyoun’s acid-fast and immunofluorescent methods detected an
unprecedented occurrence of Cryptosporidium in the Eastern Region of Saudi Arabia. J
Taibah Univ Med Sci. 9(4): 263e267.

Gallas-Lindemann, C., Sotiriadou, I., Plutzer, J., Karanis, P., 2013. Prevalence and distribution of
Cryptosporidium and Giardia in wastewater and the surface, drinking and ground waters
in the Lower Rhine, Germany. Epidemiol Infect. 141(1):9-21. doi:
10.1017/S50950268812002026.

Gallas-Lindemann, C., Sotiriadou, 1., Plutzer, J., Noack, M.J., Mahmoudi, M.R., Karanis, P., 2016.
Giardia and Cryptosporidium spp. dissemination during wastewater treatment and
comparative detection via immunofluorescence assay (IFA), nested polymerase chain
reaction (nested PCR) and loop mediated isothermal amplification (LAMP). Acta Trop.
158:43-51. doi: 10.1016/j.actatropica.2016.02.005.

Gil, H., Cano, L., de Lucio, A., Bailo, B., de Mingo, M.H., Cardona, G.A., Fernandez-Basterra,
J.A., Aramburu-Aguirre, J., Lopez-Molina, N., Carmena, D., 2017. Detection and
molecular diversity of Giardia duodenalis and Cryptosporidium spp. in sheltered dogs and
cats in Northern Spain. Infect Genet Evol. 50:62—9. doi: 10.1016/j.meegid.2017.02.013.

Guzman, M.E.J., 2006. A framework for the sustainability of Laguna de Bay, Philippines. Wat

Environ Found. 1449-59.

20



455

456

457

458

459

460

461

462

463

464

465

466

467

468

469

470

471

472

473

474

475

476

Hanscheid, T., Cristino, J.M., Salgado, M.J., 2008. Screening of auramine stained smears of all
fecal samples is a rapid and inexpensive way to increase the detection of coccidial
infections. Int J Infect Dis 12(1): 47-50. https://doi.org/10.1016/].1jid.2007.04.008.

Holubova, N., Sak, B., Hor¢ickova, M., Hlaskova, L., Kvétonova, D., Menchaca, S., McEvoy, J.,
Kvac, M., 2016. Cryptosporidium avium n. sp. (Apicomplexa: Cryptosporidiidae) in birds.
Parasitol Res. 115(6):2243-51. doi: 10.1007/s00436-016-4967-8.

https://www.cdc.gov/dpdx/cryptosporidiosis/index.html.

https://www.cdc.gov/dpdx/giardiasis/index.html.

Israel, D.C., 2007. The current state of aquaculture in Laguna de Bay. Discussion paper series no.
2007-20, Philippine Institute for Development Studies. 1-63.

Johnston, S.P., Ballard, M.M., Beach, M.J., Causer, L., Wilkins, P.P., 2003. Evaluation of three
commercial assays for detection of Giardia and Cryptosporidium organisms in fecal
specimens. J Clin Microbiol. 41: 623e626. doi: 10.1128/jcm.41.2.623-626.2003.

Karanis, P., Kimura, A., 2002. Evaluation of three flocculation methods for the purification of
Cryptosporidium parvum oocysts from water samples. Lett Appl Microbiol.
2002;34(6):444-9. doi: 10.1046/j.1472-765x.2002.01121 x.

Karanis, P., Kourenti, C., Smith, H., 2007. Waterborne transmission of protozoan parasites: a
worldwide review of outbreaks and lessons learnt. J Wat Health. 5(1):1-38. doi:
10.2166/wh.2006.002.

Karanis, P., Opiela, K., Renoth, S., Seitz, H.M., 1996. Possible contamination of surface waters
with Giardia spp. through muskrats. Zentralbl Bakteriol. 284(2-3):302-6. doi:

10.1016/50934-8840(96)80106-x.

21



477

478

479

480

481

482

483

484

485

486

487

488

489

490

491

492

493

494

495

496

497

498

499

Karanis, P., Sotiriadou, 1., Kartashev, V., Kourenti, C., Tsvetkova, N., Stojanova, K., 2006.
Occurrence of Giardia and Cryptosporidium in water supplies of Russia and Bulgaria.
Environ Res. 102(3):260-71. doi: 10.1016/j.envres.2006.05.005.

Koh, W., Clode, P.L., Monis, P., Thompson, R.C., 2013. Multiplication of the waterborne
pathogen Cryptosporidium parvum in an aquatic biofilm system. Parasit Vectors. 6:270.
doi: 10.1186/1756-3305-6-270.

Koh, W., Thompson, A., Edwards, H., Monis, P., Clode, P.L., 2014. Extracellular excystation and
development of Cryptosporidium: tracing the fate of oocysts within Pseudomonas aquatic
biofilm systems. BMC Microbiol. 14:281. doi: 10.1186/s12866-014-0281-8.

Koloren, Z., Seferoglu, O., Karanis, P., 2016. Occurrency of Giardia duodenalis assemblages in
river water sources of Black Sea, Turkey. Acta Trop. 164:337-344. doi:
10.1016/j.actatropica.2016.09.025.

Koloren, Z., Gulabi, B.B., Karanis, P., 2018. Molecular identification of Blastocystis sp. subtypes
in water samples collected from Black sea, Turkey. Acta Trop. 180:58-68. doi:
10.1016/j.actatropica.2017.12.029.

Kong, Y., Lu, P., Yuan, T., Niu, J., Li, Z., Yang, B., 2017. Cryptosporidium contamination and
attributed risks in Yunlong Lake in Xuzhou, China. Can J Infect Dis Med Microbiol.
2017:4819594. doi: 10.1155/2017/4819594.

Kourenti, C., Heckeroth, A., Tenter, A., Karanis, P., 2003. Development and application of
different methods for the detection of Toxoplasma gondii in water. Appl Environ
Microbiol. 69(1):102-6. doi: 10.1128/aem.69.1.102-106.2003

Kourenti, C., Karanis, P., 2004. Development of a sensitive polymerase chain reaction method for

the detection of Toxoplasma gondii in water. Water Sci Technol. 2004;50(1):287-91.

22



500

501

502

503

504

505

506

507

508

509

510

511

512

513

514

515

516

517

518

519

520

521

522

Kourenti, C., Karanis, P., 2006. Evaluation and applicability of a purification method coupled with
nested PCR for the detection of Toxoplasma oocysts in water. Lett Appl Microbiol.
43(5):475-81. doi: 10.1111/j.1472-765X.2006.02008 .x.

Lass, A., Szostakowska, B., Korzeniewski, K., Karanis, P., 2017. Detection of Giardia intestinalis
in water samples collected from natural water reservoirs and wells in Northern and North-
Eastern Poland using LAMP, real-time PCR and nested PCR. J Wat Health. 15(5):775-
787. doi: 10.2166/wh.2017.039.

Luo, X., Jedlicka, S., Jellison, K., 2016. Pseudo-second-order calcium-mediated Cryptosporidium
parvum oocyst attachment to environmental biofilms. Appl Environ Microbiol. 83(1). pii:
€02339-16. doi: 10.1128/AEM.02339-16.

Ma, L., Zhang, X., Jian, Y., Li, X., Wang, G., Hu, Y., Karanis, P., 2019. Detection of
Cryptosporidium and Giardia in the slaughterhouse, sewage and river waters of the
Qinghai Tibetan plateau area (QTPA), China. Parasitol Res. 118(7):2041-2051. doi:
10.1007/s00436-019-06330-w.

Mac Kenzie, W.R., Hoxie, N.J., Proctor, M.E., Gradus, M.S., Blair, K.A., Peterson, D.E.,
Kazmierczak, J.J., Addiss, D.G., Fox, K.R., Rose, J].B., et al., 1994. A massive outbreak in
Milwaukee of Cryptosporidium infection transmitted through the public water supply. N
Engl J Med. 331(3):161-7. doi: 10.1056/NEJM199407213310304.

Martinez, F.G.I., 2011. Monitoring and evaluation of the water quality of Taal Lake, Talisay,
Batangas, Philippines. Acad Res Int. 1(1):229-36.

Masangkay, F., Milanez, G., Chua, N., Angulo, F., Aquino, P., Calucin, D., Urtal, G., 2016. Water-
borne coccidians in Philippine water sheds: A national inceptive study. Asian J Biol Life

Sci. 5(2):149-51.

23



523

524

525

526

527

528

529

530

531

532

533

534

535

536

537

538

539

540

541

542

543

544

Masangkay, F., Milanez, G., Karanis, P., Nissapatorn, V., 2018. Vermamoeba vermiformis —
Global trend and future perspective. 2nd ed. Reference Module in Earth Systems and
Environmental Sciences. Elsevier Inc. 1-11.

Masangkay, F.R., Milanez, G.D., Tsiami, A., Somsak, V., Kotepui, M., Tangpong, J., Karanis, P.,
2019. First report of Cryptosporidium hominis in a freshwater sponge. Sci Total Environ.
700:134447. doi: 10.1016/j.scitotenv.2019.134447.

Matos, A.O., Ricomini-Filhom A.P., Beline, T., Ogawa, E.S., Costa-Oliveira, B.E., de Almeida,
A.B., Nociti Junior, F.H., Rangel, E.C., da Cruz, N.C., Sukotjo, C., Mathew, M.T., Barao,
V.A.R., 2017. Three-species biofilm model onto plasma-treated titanium implant surface.
Colloids Surf B Biointerfaces. 152:354-366. doi: 10.1016/j.colsurfb.2017.01.035.

Murphy, J.L., Hlavsa, M.C., Carter, B.C., Miller, C., Jothikumar, N., Gerth, T.R., Beach, M.J.,
Hill, V.R., 2018. Pool water quality and prevalence of microbes in filter backwash from
metro-Atlanta swimming pools. ] Wat Health. 16(1):93—-101. doi: 10.2166/wh.2017.150.

Norman, S.A., Hobbs, R.C., Wuertz, S., Melli, A., Beckett, L.A., Chouicha, N., Kundu, A., Miller,
W.A., 2013. Fecal pathogen pollution: Sources and patterns in water and sediment samples
from the upper Cook inlet, Alaska ecosystem. Environ Sci Process Impacts. 15(5):1041—
51. doi: 10.1039/c3em30930d.

Okhuysen, P.C., Chappell, C.L., Crabb, J.H., Sterling, C.R., DuPont, H.L., 1999. Virulence of
three distinct Cryptosporidium parvum isolates for healthy adults. J Infect Dis.
180(4):1275-81. doi: 10.1086/315033.

Ortega, Y.R., Adam, R.D., 1997. Giardia: overview and update. Clin Infect Dis. 25(3):545-9. doi:

10.1086/513745.

24



545

546

547

548

549

550

551

552

553

554

555

556

557

558

559

560

561

562

563

564

565

566

P102X@1x10/6 Product Description: Cryptosporidium parvum oocysts, 1 million, in 4 mL.

http://waterborneinc.com/p102-oocysts-ofcryptosporidium-parvum.

Pacheco, F.T., Silva, R.K., Martins, A.S., Oliveira, R.R., Alcantara-Neves, N.M., Silva, M.P.,
Soares, N.M., Teixeira, M.C., 2013. Differences in the detection of Cryptosporidium and
Isospora (Cystoisospora) oocysts according to the fecal concentration or staining method
used in a clinical laboratory. J Parasitol. 1002-8. doi: 10.1645/12-33.1.

Pagoso, E.J.A., Rivera, W.L., 2017. Cryptosporidium species from common edible bivalves in
Manila Bay, Philippines. Mar Pollut Bull. 119(1):31-39. doi:
10.1016/j.marpolbul.2017.03.005.

Plutzer, J., Karanis, P., 2016. Neglected waterborne parasitic protozoa and their detection in water.
Water Res. 2016 Sep 15;101:318-332. doi: 10.1016/j.watres.2016.05.085.

Qin, Y., Xie, S., Smith, H., Swindles, G.T., Gu, Y., 2011. Diversity, distribution and biogeography
of testate amoeba in China: Implications for ecological studies in Asia. Eur J Protistol.
47(1):1-9. doi: 10.1016/j.ejop.2010.09.004.

Ramo, A., Del Cacho, E., Sanchez-Acedo, C., Quilez, J., 2017. Occurrence of Cryptosporidium
and Giardia in raw and finished drinking water in north-eastern Spain. Sci Total Environ.
580:1007-1013. doi: 10.1016/j.scitotenv.2016.12.055.

Ryan, U., 2010. Cryptosporidium in birds, fish and amphibians. Exp Parasitol. 124(1):113-20. doi:
10.1016/j.exppara.2009.02.002.

Ryan, U., Paparini, A., Monis, P., Hijjawi, N., 2016. It’s official — Cryptosporidium is a gregarine:
What are the implications for the water industry? Wat Res. 105:305-13. doi:

10.1016/j.watres.2016.09.013.

25



567

568

569

570

571

572

573

574

575

576

577

578

579

580

581

582

583

584

585

586

587

588

589

Savioli, L., Smith, H., Thompson, A., 2006. Giardia and Cryptosporidium join the ‘neglected
diseases initiative’. Trends Parasitol. 22:203-208. doi: 10.1016/j.pt.2006.02.015.

Searcy, K.E., Packman, A.l.,, Atwill, E.R., Harter, T., 2006. Deposition of Cryptosporidium
oocysts in  streambeds. Appl Environ  Microbiol.  72(3):1810-6.  doi:
10.1128/AEM.72.3.1810-1816.2006.

Smith, H.V., McDiarmid, A., Smith, A.L., Hinson, A.R., Gilmour, R.A., 1989. An analysis of
staining methods for the detection of Cryptosporidium spp. oocysts in water-related
samples. Parasitol. 99 Pt 3:323-7. doi: 10.1017/s0031182000059023.

Steiner, T.S., Thielman, N.M., Guerrant, R.L., 1997. Protozoal agents: what are the dangers for
the public water supply? Annu Rev Med. 48:329-40. doi: 10.1146/annurev.med.48.1.329.

Suba, S.C., Masangkay, F.R., 2013. Transmission electron microscopy of in vitro biofilms formed
by Candida albicans and Escherichia coli. Asian J Biol Life Sci. 2(1):27-32.

Tsushima, Y., Karanis, P., Kamada, T., Nagasawa, H., Xuan, X., Igarashi, I., Fujisaki, K.,
Takahashi, E., Mikami, T., 2001. Detection of Cryptosporidium parvum oocysts in
environmental water in Hokkaido, Japan. J Vet Med Sci. 63(3):233-6. doi:
10.1292/jvms.63.233.

Tsushima, Y., Karanis, P., Kamada, T., Xuan, X., Makala, L.H., Tohya, Y., Akashi, H., Nagasawa,
H., 2003a. Viability and infectivity of Cryptosporidium parvum oocysts detected in river
water in Hokkaido, Japan. J Vet Med Sci. 65(5):585-9. doi: 10.1292/jvms.65.585.

Tsushima, Y., Karanis, P., Kamada, T., Makala, L., Xuan, X., Tohya, Y., Akashi, H., Nagasawa,
H., 2003b. Seasonal change in the number of Cryptosporidium parvum oocysts in water
samples from the rivers in Hokkaido, Japan, detected by the ferric sulfate flocculation

method. J Vet Med Sci. 65(1):121-3. doi: 10.1292/jvms.65.121.

26



590

591

592

593

594

595

596

597

598

599

600

601

602

603

604

605

606

607

608

609

610

611

612

US EPA, 2005. Method 1623: Cryptosporidium and Giardia in water by filtration/IMS/FA (PDF),
December 2005 Update (EPA 821-R-05-002). Office of Water 4603. U.S. Environmental
Protection Agency, Washington. http://www.epa.gov/microbes/1623de05.pdf.

van der Kooij, D., Bakker, G.L., Italiaander, R., Veenendaal, H.R., Wullings, B.A., 2017. Biofilm
composition and threshold concentration for growth of Legionella pneumophila on
surfaces exposed to flowing warm tap water without disinfectant. Appl Environ Microbiol.
83(5). doi: 10.1128/AEM.02737-16.

Waiser, M.J., Swerhone, G.D., Roy, J., Tumber, V., Lawrence, J.R., 2016. Effects of erythromycin,
trimethoprim and clindamycin on attached microbial communities from an effluent
dominated  prairie = stream.  Ecotoxicol = Environ  Saf. 132:31-9.  doi:
10.1016/j.ecoenv.2016.05.026.

Wells, B., Paton, C., Bacchetti, R., Shaw, H., Stewart, W., Plowman, J., Katzer, F., Innes, E.A.,
2019. Cryptosporidium prevalence in calves and geese co-grazing on four livestock farms
surrounding two reservoirs supplying public water to mainland Orkney, Scotland.
Microorganisms. 7(11). pii: E513. doi: 10.3390/microorganisms7110513.

Wingender, J., Flemming, H.C., 2011. Biofilms in drinking water and their role as reservoir for
pathogens. Int J] Hyg Environ Health. (6):417-23. doi: 10.1016/j.1jheh.2011.05.009.
Wolyniak, E.A., Hargreaves, B.R., Jellison, K.L., 2009. Retention and release of Cryptosporidium
parvum oocysts by experimental biofilms composed of a natural stream microbial

community. Appl Environ Microbiol. 75(13):4624-6. doi: 10.1128/AEM.02916-08.

Wolyniak, E.A., Hargreaves, B.R., Jellison, K.L., 2010. Seasonal retention and release of
Cryptosporidium parvum oocysts by environmental biofilms in the laboratory. Appl

Environ Microbiol. 76(4):1021-7. doi: 10.1128/AEM.01804-09.

27



613

614

615

616

617

618

619

620

621

622

623

624

625

626

627

628

629

Xiao, S., An, W., Chen, Z., Zhang, D., Yu, J., Yang, M., 2012. Occurrences and genotypes of
Cryptosporidium oocysts in river network of Southern-Eastern China. Parasitol Res.
110(5):1701-9. doi: 10.1007/s00436-011-2688-6.

Xu, H., Zhang, W., Jiang, Y., Yang, E.J., 2014. Use of biofilm-dwelling ciliate communities to
determine environmental quality status of coastal waters. Sci Total Environ. 470-471:511—
8. doi: 10.1016/j.scitotenv.2013.10.025.

Yang, R., Palermo, C., Chen, L., Edwards, A., Paparini, A., Tong, K., Gibson-Kueh, S., Lymbery,
A., Ryan, U., 2015. Genetic diversity of Cryptosporidium in fish at the 18S and actin loci
and high levels of mixed infections. Vet Parasitol. 214(3-4):255-63. doi:
10.1016/j.vetpar.2015.10.013.

Zahedi, A., Paparini, A., Jian, F., Robertson, 1., Ryan, U., 2016. Public health significance of
zoonotic Cryptosporidium species in wildlife: Critical insights into better drinking water
management. Int J Parasitol Parasites Wildl. 5(1):88-109. doi:
10.1016/].ijppaw.2015.12.001.

Zhou, X., Zhang, K., Zhang, T., Li, C., Mao, X., Zhou, X., 2017. An ignored and potential source
of taste and odor (T & O) issues - biofilms in drinking water distribution system (DWDS).

Appl Microbiol Biotechnol. 101(9):3537-50. doi: 10.1007/s00253-017-8223-7.

28



HIGHLIGHTS
e  Analysis of aquatic biofilms increased the detection of protozoan (oo)cysts.
e Biofilms acted as biological reservoirs for Cryptosporidium and Giardia (oo)cysts.
e  Cryptosporidium and Giardia (0o)cysts were detected in low-volume samples of 50 mL.
e 50 mL sampling permits multiple sampling, reproducibility, and lower test cost.

e 50 mLis the lowest water volume reported for the detection of Cryptosporidium.
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