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Executive Summary
Issue statement and context

Water scarcity is driving increased reuse of alternative water sources, such as wastewater and storm
water. The Australian Guidelines for Water Recycling (AGWR) provides a framework for the safe use
of these alternative water sources. Key elements within the framework requires characterisation of the
hazards in the water, such as pathogens, and the use of effective barriers to remove or control the
hazards to reduce risk to end users or the environment an acceptable level. Not all utilities,
particularly those in small regional locations, have the resources for detailed characterisation of
hazards or measurement of the performance of treatment barriers. In the absence of such
information, Phase 1 of the AGRW provides indicative values for the numbers of pathogens in
sewage (Table ES1).

Table ES1 Indicative numbers of pathogens in sewage (AGWR 2006).

Organism Numbers in sewage (per litre)
Bacteria

Escherichia coli (indicators) 10°-10"
Pathogenic E. coli Low
Enterococci (indicators) 10°-10’
Shigella 10*-10*
Campvlobacter 10%-10°
Salmonella 10°-10°
Clostridium perfiingens (indicator) 10°-10°
Viruses®

Enteroviruses 10%-10°
Adenoviruses 10'-10*
Noroviruses 10'-10*
Rotaviruses 10-10°
Somatic coliphages (indicators) 10%-10°
F—RNA coliphages (indicators) 10°-10’
Protozoa and helminths

Cryptosporidium 0-10*
Giardia 1010’
Helminth ova 0-10*

a Colony-forming umts for bactena, plaque-forming umts for bactena, oocysts for Cryptesporidium and cysts for Giardia

Similarly, the AGWR also provides indicative removal values for the performance of different steps in
the wastewater treatment train (Table ES2). A limitation of the values in the AGRW is that they
represent ranges of pathogen numbers or treatment performance from a wide variety of locations and
process designs, which may vary in terms of pathogen challenges or treatment effectiveness. Site-
specific pathogen data can allow better system design to meet treatment requirements for the
production of safe and fit for purpose reuse water. In addition, validation of treatment process
performance will ensure that the treatment train is effective at achieving the desired level of treatment
with appropriate safety factors, avoiding either under-treating the water or excessive operational or
capital costs associated with over-treating the water. A difficulty with the validation of wastewater
treatment processes is the lack of any national standard protocols, which are required to ensure that
the validation approach is reliable and that it is consistently applied. The development of such
protocols is a key element of other sub-projects within the NatVal 2 project.

A more fundamental issue that underlies process validation is the selection of appropriate
representative pathogens or surrogates for use in validation studies and the availability of suitable
methods for their enumeration. Within this context, a representative pathogen or indicator is used as a
surrogate for a particular class of pathogens for the purposes of measuring the performance of a
particular treatment process. Process indicators may be different to the reference pathogens
described in the AGWR, where a reference pathogen (or pathogens in the case of viruses) has been
selected to represent a class of pathogens for the purposes of hazard identification and risk
characterisation for QMRA and defining health guideline values. There are known limitations with the
methods used to detect some reference pathogens, including human enteric viruses (in particular
adenovirus and rotavirus), Campylobacter and Cryptosporidium. Various methods are used for
isolation, culture and detection of these reference pathogens, which makes comparison of data
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difficult. The methods are in some cases limited in application (such as Campylobacter) due to highly
variable results and may be improved through application of new technologies.

Table ES2. Indicative performance of different treatment processes for the removal of
pathogens in wastewater (AGWR 2006, 2008).

Indicative log reductions”

3
5 T 2 .-~ S
= —zuf E2%:Z S Bl 2
S £I¥ER i E % S EE E
b s€£c§ ES:E¢e = 5 & 2% =
Treament > F2ES Z2EE F S § ok 2
Primary 0-0.5 0-0.5 0-0.1 N/A 0.5-1.0 0-0.5 0-0.5 0-2.0
treatment
Secondary 10-30 10-30 0520 0525 0515 05-10 05-1.0 020
treatment
Dual media 0-1.0 0-1.0 0530 1040 1030 1525 0-10 2030
filtration with
coagulation
Membrane 35=60 3560 2560 3—=60 =6.0 =6.0 =6.0 =60
filtration
Reverse =6.0 =6.0 =6.0 =60 =6.0 =6.0 =6.0 =60
0SMOSIS
Lagoon storage  1.0-5.0 1.0-5.0 1.04.0 1.040 3040 1.0-35 N/A 1.5—=3.0
Chlormation 2060 2060 1.0-30 0-25 05-15 0-0.5 1.0-2.0 010
Ozonation 2060 2060 3.0-60 2.0-6.0 N/A N/A 005 N/A
UV light 2040 2040 =1.0 3060 =30 =30 N/A N/A
adenovirus
=30
enterovirus,
hepatitis A
Wetlands — 15-25 1.0 N/A 1.5-20 05-15 0.5-1.0 1.5 0-2.0
surface flow
Wetlands — 0530 10-30 N/A 1520 1520 05-1.0 1.0-30 N/A
subsurface
flow

N/A = not available; UV = ultraviolet
a Reductions depend on specific features of the process, including detention times, pore size, filter depths, disinfectant

In the case of Cryptosporidium, well-validated methods are available for the concentration and
enumeration of oocysts from surface and potable waters. However, the relatively poor quality of raw
and primary treated wastewaters has been problematic for Cryptosporidium enumeration, often
limiting the sample volume (20 mL to 250 mL) that can be processed and adversely affecting the
accuracy of enumeration of pathogen loads. Direct concentration of small volumes or primary effluent
is currently by centrifugation followed by oocyst purification using immunomagnetic separation (IMS).
Possible alternatives include resuspension of smaller volumes of raw and primary treated sewage in
large volumes of water prior to concentration, allowing dispersion of particulates and dilution of the
fats and oils. Homogenization of samples is also a possible option to disaggregate particulates and
expose particle-bound oocysts for more even recovery. Any improvements in the method will not
compromise additional analyses such as oocyst infectivity measurement or genotyping using
molecular methods.

A current key issue faced by the water industry is validation of virus removal for the production of
reuse water as required by the AGWR. The use of a single standardised method (also measuring
infectivity in the case of disinfection process validation) would allow direct comparison of results
between schemes. The challenges related to virus enumeration include sample transport and storage,
virus concentration and recovery and virus detection. Some viruses may be sensitive to storage /
transport, even at 4°C. Recovery and detection can both be affected by the matrix, which can reduce
recovery efficiency and also affect downstream detection by culture-based or molecular methods by
interfering with binding to host cells or inhibiting the reactions used to detect the viruses. Improved
recovery and detection methods will provide better process performance data and ultimately provide
better data for incorporation into future revisions of the AGWR. Further work is required to improve
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the recovery of viruses in raw and primary treated wastewaters and determine any factors that
influence the detection of infectious viruses by cell culture. Sample stability also needs to be reviewed
for samples that require transport to interstate laboratories for analysis.

Campylobacter is a key reference bacterial pathogen that is considered in the production of reuse
water. The standard method for enumeration of Campylobacter uses a combination of membrane
filtration and MPN enumeration, culture in semi selective (Preston’s) enrichment broth and
subculturing into enrichment agar or broth. Confirmation of Campylobacter species is complex, using
Gram staining and biochemical markers (APHA, 9260G). There are inherent problems with this
methodology due to matrix effects (especially filter blockage) and also by the use of MPN, which can
have large uncertainties within the count estimate. Selective chromogenic agar offers an alternative
for the enumeration of Campylobacter. Although still requiring membrane filtration, the detection and
enumeration of Campylobacter species is simplified by the allowing colony counts. The applicability
of chromogenic agars was originally going to be considered within this project. However, during the
start-up phase of this project key technical issues were raised regarding the detection of
Campylobacter, particularly in relation to oxidative stress and the inability of culture techniques to
detect Campylobacter cells that are in a viable but non-culturable state. Due to these issues the
proposed Campylobacter method development was abandoned.

Project Aims

1. The initial aim of this project was to undertake literature review of pathogens and surrogates
in order to identify any appropriate pathogen-surrogate pairs that may be of use in other sub-
projects within NatVal 2.2. In addition, a review was conducted of the available methods for
viruses and Cryptosporidium.

2. Following completion of the literature review, an additional aim was to provide guidance
regarding appropriate protocols for surrogates/pathogens suitable for validation activities
across particular WWTP processes and source waters destined for re-use.

3. The main aim of this project was to develop improved methods for the isolation, culture,
detection and enumeration of reference pathogens (eg Cryptosporidium, adenovirus) in
wastewater matrices

4. Following completion of any method improvement, the final aim of this project was to
undertake inter-laboratory trials to confirm the wider use of methods across Australian
laboratories

Literature Review Qutcomes

The focus of the literature review was on virus surrogates, given that viruses are the most problematic
in terms of detection techniques and that there is a real need for virus surrogates for the validation of
physical removal processes such as membrane filtration. The selection of a representative bacterial
pathogen and surrogate was relatively straightforward and so this was not considered in great detail.
Escherichia coli fulfilled the criteria required for both representative pathogen and indicator (cost,
presence, ease of detection, behaviour) and was recommended for use in validation studies. Although
Campylobacter is the reference pathogen used within the AGWR for QMRA and determining
treatment requirements for managing hazards from bacterial pathogens in reuse water, the technical
limitations for cheap and reliable detection of Campylobacter do not make it suitable for use in
performance validation. One consideration for using E. coli, or more broadly for using coliforms, is the
nature of the matrix and environmental conditions, bearing in mind that under favourable conditions of
temperature and nutrients these faecal organisms can propagate in the environment, which could
confound any validation study where there was significant time between the treatment and sample
collection. There was limited literature available on surrogates for enteric protozoa. In effect there is
no ideal surrogate for Cryptosporidium. Spores of sulphite reducing clostridia appear to be
conservative indicators for Cryptosporidium and Giardia removal, but if the pathogen numbers are
high enough it would be better to used Cryptosporidium oocysts to directly measure process
performance, especially since a surrogate provides no information on inactivation of Cryptosporidium.
Recent advances in methods now allow enumeration of total and infectious oocysts, making it
possible to measure the effects of treatment processes on Cryptosporidium infectivity.
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Of the virus pathogens, adenovirus presents benefits as an indicator due to its prevalence and the
relative simplicity of the analytical method, especially for PCR-based detection. However, its relatively
large size (60 — 80 nm) means that it might not be a good indicator for processes that rely on size
exclusion, such as filtration. In addition, adenovirus is not suitable as a representative virus for UV
disinfection on account of its high UV resistance compared with other enteric viruses. Poliovirus has
appropriate properties in terms of size and the ability to measure both presence and infectivity.
However, with the live vaccine no longer used it can no longer be detected in wastewater and so can
no longer be used as an indicator. Enteroviruses are in the correct size range but their presence is
strongly seasonal, mostly in summer and autumn. As a result, this group of viruses is at low levels or
is not detected in wastewater samples during the other seasons, meaning that enteroviruses can only
be used as process indicators in particular seasons. Similarly, norovirus is mostly observed in winter
and such a seasonal pattern prevents further use as an indicator. In the case of norovirus, there is no
readily available infectivity assay, so it is only of use for validation of processes that use physical
removal. Given the absence of a more suitable representative pathogen, adenovirus would be the
best option as a process indicator using indigenous human pathogenic virus.

During project workshops somatic coliphages were raised as a possible virus surrogate. The method
for somatic phage detection is technically simpler than for F-RNA. The hosts for somatic phage are
easier to prepare and so the assay is less likely to fail, especially in the hands of a novice user.
However, some somatic phage are very large. For example, T4 is a somatic phage, the head is about
100nm, tail an extra 300 nm, so they are potentially poor surrogates for filtration validation. Additional
basic research would need to be done to identify the best candidate species of somatic coliphage.
Reoviruses, which are mammalian viruses, could be potential candidates as surrogates for human
enteric viruses, but further research would be required to evaluate this. F-RNA phage appear to meet
all the necessary requirements in terms of size, prevalence all year round and ability to measure
presence and infectivity with reliable methods. A limitation of F-RNA is that their numbers can be low
in some water types (eg. secondary effluent or lagoon effluent), but F-RNA such as MS2 can be
readily produced by culture methods and spiked into test water for treatment performance validation
trials.

The shortlist of representative pathogens and indicators for measuring wastewater treatment
performance identified from the literature review is presented in Table ES3.

Table ES3. Summary of Representative Pathogens and Indicators for Wastewater.
Representative Pathogen Indicator

Virus Virus

By cell culture: By culture:
adenovirus F-specific coliphages
reovirus

enterovirus

rotavirus

HAV

By PCR: By PCR:

norovirus Polyoma viruses
adenovirus

enterovirus

Bacteria Bacteria
E. coli Faecal streptococci / enterococci
E. coli

Total coliforms

Protozoa Protozoa
Cryptosporidium Sulphite-reducing clostridia

Methods Review
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Shortly before the commencement of this project Keegan et al., (2012) reported method
improvements for virus concentration and culture. In particular, direct precipitation using PEG was
reported to give better virus recovery compared with ultrafiltration followed by PEG precipitation. This
same study also identified cell lines that appeared to support better virus growth and resulted in more
sensitive virus detection. Based on the available information, the focus of virus method improvement
was to verify the reports of Keegan et al., (2012). In terms of Cryptosporidium, shortly before the
commencement of this project some method improvements for concentration of Cryptosporidium from
primary effluent were made available by the AWQC NATA accredited laboratory. This method is
based on dilution of the primary effluent and concentration using calcium carbonate precipitation. The
recovery data suggested that this method would be ideal for analysis of primary effluents. Since the
calcium carbonate method is not in widespread use, the same approach (sample dilution followed by
concentration) was applied to a filtration technique for Cryptosporidium oocyst concentration. Another
major method improvement for Cryptosporidium was the publication of an integrated assay to provide
oocyst counts and infectivity data. The new oocyst concentration method and integrated assay were
selected for evaluation within this project.

Virus Methods

The comparison of the different cell lines for supporting virus infection was largely consistent with the
findings of Keegan et al., (2012). The PLC cell line supported growth of the adenovirus and
enterovirus strains/species tested (Figure ES1). The BGM cell line supported enterovirus infection but
was a poor host for adenoviruses, although low level of infection by adenovirus was detected. An
experiment was conducted to determine if virus infectivity could be improved by adding divalent
cations, which are known to improve host cell attachment for some viruses. The addition of Cca® asan
infectivity supplement had no benefit and was detrimental at higher doses, causing a dose-dependent
reduction in infectivity, with the impact larger for adenovirus compared with coxsackie virus (Figure
ES2).
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Figure ES1. Comparison of virus counts (MPN / mL) for different viruses cultured with different
host cell lines.
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Figure ES2. Comparison of virus counts (MPN / mL) for different concentrations of calcium
chloride used as a supplement for cell culture.

Virus recoveries were inconsistent for both of the viruses used and for the different concentration
techniques (direct PEG or filtration + PEG). The adenovirus results in particular may have been
impacted by the presence of indigenous viruses (especially adenoviruses) and appeared to be worse
for infectivity compared with PCR. The detection of indigenous viruses and apparent loss of the
spiked Ad 2 could indicate a specific process impact affecting the Ad 2 but not the indigenous viruses.
An example of the adenovirus recovery data (detection by PCR) is given in Figure ES3.

100000000.00

W expl HEBD + PEG
10000000.00 m expl HFBOD nonspiked
mexpl PEG

m expl PEG nonspiked

100000000
m exp? HFS0 + PEG
W exp2 HFB0 + PEG nonspiked

100000.00 T Wexp2 FX80 + PEG

mexp2 FX80 + PEG nonspiked
mexp? PEG

10000.00
W exp2 PEG nonspiked

Copies f 10L

w exp? spike
1000.00 B exp3 Calcium Carbonate

m exp3 Calcium Carbonate nonspiked
m exp3 Calcium Carbonate+PEG
100.00 PR N . .
W exp3 Calcium Carbonate + PEG nonspiked
wexp3 PEG

10.00 ¥ exp3 PEG nonspiked
w exp3 spike

1.00

Figure ES3. Comparison of Ad 2 numbers recovered by different concentration methods in
spiked and un-spiked Bolivar secondary effluent. Error bars indicate %CV.

The direct analysis of spiked samples (ho virus concentration prior to cell culture or PCR) suggests
that the Ad 2 were not impacted by the sample matrix and that the virus were stable in the secondary
effluent for up to 168 hours (Figure ES4). This suggests that a step in the processing was responsible
for the loss of the spiked virus (or loss of infectivity). A further consideration for interpreting the cell
culture results is that the PLC cell line was used for all MPN analyses, this cell line supports a wide
range of viruses and so detection in the un-spiked samples could be due to the presence of
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adenovirus or enterovirus. To differentiate this post-cell culture PCR analysis would be required to
identify the virus causing the detected infection. The PCR analysis of the un-spiked sample
concentrates suggested that indigenous adenovirus were more frequently detected, with indigenous
enteroviruses detected by RT-PCR in only 1 batch of samples processed.
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Figure ES4. Comparison of virus numbers after spiking into secondary effluent, buffer or cell
culture medium and storage at 4°C.

Overall, the direct PEG method gave better recoveries for both Ad 2 and CB5, although the recovery
rates were not as good as that reported by Keegan et al., (2012) for samples collected from the same
locations. The recovery rates for Ad 2 in primary effluent were better (although still variable)
compared with secondary effluent, which is counter to what would normally be expected (based on
previous results from Keegan et al., (2012) and earlier AWQC monitoring). It is possible that factors
affecting the secondary effluent quality have greatly affected some of the testing conducted in this
project. Future work should focus on evaluating the concentration methods using a wider range of
primary and secondary effluents. The use of a surrogate such as suitably modified nanoparticles
would greatly assist with method development, allowing the use of simpler enumeration methods and
also eliminating any interferences from indigenous viruses, which can complicate enumeration.

Cryptosporidium methods

The comparison of methods for processing primary effluent found similar recovery rates for all 3
methods for the first 2 rounds of testing, though in the third round both direct centrifugation and
filtration of diluted primary effluent appeared to perform significantly worse. The cause for this
variation is unclear, but it is possible that this could coincide with a bad batch of IMS beads (that were
recalled by the manufacturer after this work was completed). For secondary effluent, the calcium
carbonate flocculation method was consistently better than Envirochek filtration. Although the
recoveries were lower, the oocyst counts (which incorporate recovery rate and % sample processed)
were generally higher for direct centrifugation and filtration compared with flocculation. The infectivity
of the oocysts recovered by the different methods appeared to vary. In the case of primary effluent,
the infectivity of oocysts recovered also appeared to be higher in the oocysts recovered by direct
centrifugation and filtration, although in some cases the variation between replicates was large for
some of the samples because of the small number of oocysts applied to cell culture. It is possible that
the calcium carbonate, which has a higher recovery rate, is better at recovering all oocysts, whereas
centrifugation or filtration may be selective for healthier oocysts. If this is the case, it could account for
the higher infective fraction for these samples compared with calcium carbonate. Given the relative
simplicity of direct centrifugation, the method performance is adequate for oocyst concentration, but
the inclusion of a recovery control is essential to identify any changes in recovery performance.

Inter-laboratory comparison

Due to time constraints, it was only possible to conduct a single round of inter-laboratory comparison
for virus and Cryptosporidium analyses. The results for the primary effluent samples for both viruses
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(Figure ES5) and Cryptosporidium (Figure ES6) were comparable across the different laboratories,
particularly for adenovirus detection by PCR. There was greater variation between the results from
the different laboratories for secondary effluent, most likely due to differences in assay detection limit,
low levels of virus present and also potentially due to differences in recovery rate. The latter is less
likely considering that the participating laboratories used similar filtration methods for secondary
effluent. The coxsackie CB5 spiked into some of the samples did not appear to persist and there also
appeared to be enterovirus within the un-spiked samples at comparable levels to the CB5 used as a
spike. These factors made calculation of a recovery rate difficult and it is not clear if the obtained
result was due to poor recovery of the spiked virus or due to other factors affecting the stability or
culturability of the spiked CB5.

For primary effluent, the number of culturable viruses versus virus genomes detected by PCR was 2
logyo lower for enterovirus and up to 4 logq lower for adenovirus (Figure ES5). A similar difference
was observed for adenovirus but not for enterovirus in secondary effluent. The detection of
indigenous adenovirus in the primary and secondary effluent samples used for the inter-laboratory
comparison was similar to the results obtained during the initial method evaluation. In the earlier trials,
PCR detected 10" — 10° adenovirus copies / 10 L and <10° — 10° culturable adenovirus / 10 L in un-
spiked secondary effluent samples and 10° — 10° adenovirus copies / 10 L and 10 — 10 culturable
adenovirus / 10 L in un-spiked primary effluent. Culturable enterovirus were not detected in the
secondary effluent samples used for the initial method evaluation, although enterovirus were detected
by RT-PCR (103-105 copies / 10 L), unlike in the case of the samples used for the inter-laboratory trial.
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Figure ES5. Summary of virus comparison data enterovirus by culture (top left panel) and PCR
(top right panel) and for adenovirus by culture (bottom left panel) and PCR (bottom right
panel).

The PCR method for adenovirus appears to be suitable for directly measuring virus numbers without
the need for sample concentration, provided the virus numbers are above 1 x 10* / 10 L. Compared
with the direct detection of viruses, sample concentration appeared to result in the loss of 1 — 2 log,
of adenovirus. Direct RT-PCR detection of enterovirus was not successful and was only successful for
primary effluent concentrates.

Based on the limited data available, direct PCR detection of adenoviruses (without any sample
concentration) is recommended as a useful and cost effective option for measuring physical removal
in both primary and secondary effluents. If sample concentration is required then PEG precipitation of
primary effluent samples allowed detection of both enterovirus and adenovirus for cell culture and
(RT-)PCR. The results for secondary effluent concentration were equivocal for the comparison of
PEG versus ultrafiltration + PEG, although both methods appeared to provide better performance
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than ultrafiltration + molecular weight cut-off filters. A key consideration for future method
development is improvement of assay sensitivity, which at the moment can only be achieved by
analysing a larger proportion of the sample concentrate, which adds to the assay cost.

While the recovery rates for Cryptosporidium in primary effluent were similar between the Laboratory
1 and Laboratory 3 methods, there was a large difference in recovery rate for secondary effluent, with
the filtration-based method (Laboratory 3) achieving less than 5% recovery rate. No oocysts were
detected in the Laboratory 1 samples but small numbers (1 — 4 oocysts) were detected in the
Laboratory 3 samples. Allowing for the low recovery rate, this resulted in high apparent counts for
oocysts in primary effluent (50 — 100 oocysts / 10 L), similar in magnitude to the oocyst numbers in
primary effluent.
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Figure ES6. Summary of Cryptosporidium comparison data for primary effluent recovery rates
(top left panel), primary effluent oocyst counts (top right panel), secondary effluent recovery
rates (bottom left panel) and secondary effluent counts (bottom right panel). The solid bars in
red represent results below detection limit.

Recommendations

The literature review was used to recommend surrogates or pathogens for use in treatment validation
studies in other sub-projects of NatVal 2. An obvious next step is to ground truth those selections by
conducting comparative trials of the relevant pathogen-surrogate pairs. Such data may already be
available from other sub-projects within the NatVal2 project and should be able to inform the design of
any future surrogate validation studies.

The virus method development work that was conducted in this project suggested that some cell lines
were better for detection of enterovirus and adenovirus compared with others in current use.
However, not all of the cell lines behaved as anticipated with real wastewater sample concentrates.
Future work should compare the performance of the different cell lines for virus detection using real
wastewater samples. Many of these cell lines can host multiple virus species, so any such study
would need to incorporate PCR to allow for detection of specific viruses such as enterovirus or
adenovirus. A cell culture / MPN assay using PCR as the virus detection endpoint is a potential assay
format for such a study to more rigorously field test the cell lines used for virus culture.

The Cryptosporidium method comparison suggested that the calcium carbonate method combined

with IMS gave the highest recovery rates for secondary effluent, and this was confirmed in the inter-
laboratory comparison. This method also performed consistently well for primary effluent samples. It
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appeared that the infectivity of the oocysts recovered by the calcium carbonate method was lower
than that of oocysts recovered by other methods. The reasons for this need to be investigated in
future work. One possibility is that the calcium carbonate method is better at recovery of both live and
dead oocysts, whereas the other methods might have poorer recoveries because they selectively
recover live oocysts, resulting in a higher infectious fraction in those concentrates. Spiking trials using
fresh oocysts in primary and secondary effluent would address this question.

The inter-laboratory comparison of methods yielded very promising results. Future work needs to be
done using the same and different wastewater locations to determine how reproducible and robust the
methods are. Prior to any further studies the baseline numbers of virus need to be determined for
each matrix so that appropriate spike levels can be used to allow determination of recovery rates. In
addition, virus stability needs to be determined for each matrix. Stability experiments with adenovirus
suggested that Ad 2 was stable when spiked into Bolivar secondary effluent, yet these spiked virus
could not be efficiently recovered using the PEG of filtration concentration methods. The possibility of
matrix interference needs to be investigated — is there something in the Bolivar wastewater that is
particularly challenging for virus recovery or is this a general issue for wastewater?
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1 Introduction

1.1 Background

A number of issues exist with the enumeration of reference pathogens used to demonstrate treatment
system performance as specified in the Australian Guidelines for Water Recycling (AGWR). The
reference pathogens include human enteric viruses (in particular adenovirus and rotavirus),
Campylobacter and Cryptosporidium. Various methods are used for isolation, culture and detection of
reference pathogens, which makes comparison of data difficult. The methods are in some cases
limited in application (such as Campylobacter) due to highly variable results and may be improved
through application of new technologies.

1.2 Current methods and limitations for enumeration of the reference
pathogens in wastewaters.
1.2.1 Cryptosporidium

The poor quality of raw and primary treated wastewaters has been problematic for Cryptosporidium
enumeration, limiting the sample volume (20 mL to 250 mL) that can be processed and adversely
affecting the accuracy of enumeration of pathogen loads. Matrix effects (particle interactions, fats,
oils and gross pollutants) also affect recovery rates and there is potential for differential recovery of
the internal positive control (ColorSeedTM) compared with natural oocysts, which may not be
incorporated into the matrix in the same way (ColorSeed may be easier to recover if not enmeshed).
Current method modifications at AWQC include resuspension of smaller volumes of raw and primary
treated sewage in large volumes of water prior to concentration, allowing dispersion of particulates
and dilution of the fats and oils. Homogenization of samples is a possible option to disaggregate
particulates and expose particle-bound oocysts for more even recovery. Direct analysis of small
volumes is currently by centrifugation followed by immunomagnetic separation (IMS), staining with a
fluorescently labelled antibody and DAPI and visualisation by fluorescence microscopy with
confirmation under DIC to visualise internal contents. Improvements in the method and consistency in
approach for isolation of the oocysts will be investigated, with a preference given to improvements
that do not compromise additional analyses such as oocyst infectivity measurement.

1.2.2 Enteric viruses (rotavirus and adenovirus)

A current key issue faced by the water industry is validation of virus removal for the production of
reuse water as required by the AGWR. The use of a single standardised method (preferably also
measuring infectivity) would allow direct comparison of results between schemes. For virus
enumeration challenges include storage, recovery and detection. Some viruses may be sensitive to
storage / transport, even at 4°C, while recovery and detection can both be affected by the matrix,
which can reduce recovery efficiency and also affect downstream detection by culture-based or
molecular methods. Improved recovery and detection methods will provide better process
performance data and ultimately provide better data for any revisions which would better populate into
the AGWR. Current molecular methods are available in the participating laboratories and
incorporation of an internal positive control has been undertaken at SA Water with good initial
success. Further work is required to improve the recovery of viruses in raw and primary treated
wastewaters and determine any factors that impact on detection of infectious viruses by cell culture.
Sample stability also needs to be reviewed for samples that require transport to interstate laboratories
for analysis.

1.2.3 Campylobacter

The standard method for enumeration of Campylobacter uses a combination of membrane filtration
and MPN enumeration (3 tube multiple dilution technique using 100 mL, 10 mL or 1 mL of filtered
water sample), culture in semi selective (Preston’s) enrichment broth and, subculturing into
enrichment agar or broth. Confirmation of Campylobacter species is by Gram stain, oxidase test and
absence of growth in the presence of carbon dioxide (APHA, 9260G), confirmation of Campylobacter
jejuni is by the hippurate hydrolysis test. There are inherent problems with this methodology caused
by matrix effects (especially filter blockage) and also by the use of MPN, which provides questionable
enumeration. Selective chromogenic agar offers an alternative for the enumeration of
Campylobacter. Although still requiring membrane filtration, the detection and enumeration of
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Campylobacter species is simplified by the allowing colony counts. A number of companies offer
chromogenic agars for Campylobacter and Sydney Water (project partner) has trialled a limited
number of these with promising results. Further application of the new chromogenic agars will be
investigated in this project. It will be necessary to test the media in a range of matrices that reflect the
different water qualities that require validation from primary to tertiary treated wastewaters.

1.3 Aims

1. Undertake a literature and data review to establish appropriate methods for viruses,
Campylobacter and Cryptosporidium and to identify any appropriate pathogen-surrogate pairs
that may be of use in other sub-projects within NatVval 2.2.

2. Provide guidance to which surrogates/pathogens coupled with appropriate protocols are
suitable for validation activities across particular WWTP processes and source waters
destined for re-use.

3. Develop improved methods for the isolation, culture, detection and enumeration of reference
pathogens (Cryptosporidium, Campylobacter, adenovirus and rotavirus) in wastewater

matrices
4. Undertake inter-laboratory trials to confirm the wider use of methods across Australian
laboratories
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2 Pathogens and surrogates literature review

2.1 Summary

The focus of this literature review is to provide the necessary background information to guide the
selection of surrogates for the validation of wastewater treatment processes. A key issue is that there
are many knowledge gaps regarding the behaviour of pathogens and surrogates for most treatment
processes, especially at full scale. The acquisition of this information is difficult because the density
of pathogens in wastewaters is generally too low to allow validation of processes, particularly for
tertiary treatment, and the cost of analyses for virus and protozoan pathogens is high, limiting the
scope of studies that have been conducted. Considering these factors, selection of surrogates in
many cases will be based on choosing organisms with similar physical attributes to the pathogens of
interest or if that is not possible will provide a conservative indicator of removal through a treatment
process.

For viruses, adenovirus is currently used for testing Class A recycled water (AGWR 2006, 2008).
However, this virus is not representative of the majority of human enteric viruses, being larger,
relatively UV resistant (Donnellan et al. 1999, Moriyama et al. 2005) and possessing a different type
of genome (DNA) compared with the other enteric viruses (RNA). Enteroviruses have been proposed
as being a suitable representative virus pathogen, but the epidemiological data shows that infections
are seasonal (Baek et al. 2009, Baek et al. 2011, Khetsuriani et al. 2006, Tani et al. 1995), reflected in
monitoring for Australian wastewaters where enteroviruses are not always detected. Polyoma virus
have been suggested as a surrogate (Bofill-Mas et al. 2006, Ling et al. 2003), being a compromise
between adenovirus and enterovirus in size but possessing the same type of genome as adenovirus
(dsDNA). Further study is required to demonstrate that it behaves similarly in treatment processes as
enteric viruses, being dsDNA it might be more similar to adenovirus in terms of robustness and
resistance to UV. Somatic phage have been proposed as a potential surrogate and satisfy criteria in
terms of being the most numerous coliphage in wastewater and being cost effective to detect
(Grabow 2001). However, somatic phage are generally much larger than enteric viruses (including
adenovirus) and are DNA viruses. Only a single species, ®X174, is a comparable size to
enteroviruses. There is also the possibility that somatic phage can replicate in the environment, with
there being a knowledge gap in terms of phage interaction with hosts in a biofilm or concentrated on a
filter surface. Considering these issues, indigenous coliphage are not recommended as a surrogate,
although ®X174 could be considered as a challenge organism spiked into a test system but
verification is required to demonstrate that it does not replicate under test conditions. The surrogate
that best fits requirements is F-specific coliphage, F-RNA coliphage in particular. The F-RNA phage
closely match enteric viruses in terms of size and genome type (ssRNA). F-specific phage cannot
replicate in the environment unless the host bacteria are in log-phase growth, which is unlikely for E.
coli. Furthermore, the assay for F-specific phage is relatively simple, F-RNA can be readily
propagated for challenge testing and they have also been used in validation studies for UV
disinfection and ultrafiltration (Duran et al. 2003, Harwood et al. 2003, Simpson et al. 2003, Tree et al.
2005).

Selection of a bacterial surrogate is relatively straightforward. E. coli is present in sufficient numbers
to validate secondary treatment processes (and possibly tertiary treatment, depending on the
efficiency of upstream secondary treatment), is cheap to detect and is representative of the behaviour
of enteric bacterial pathogens, most of which are broadly within the coliforms (Enterobacteriaceae)
(Keegan et al. 2009). Campylobacter are not suitable as a model pathogen because they are
sensitive to oxidative stress and rapidly enter a viable non-culturable state, making detection
problematic (Harvey and Leach 1998, Rollins and Colwell 1986).

There are limited data for protozoan surrogates that have been tested across a broad range of
treatment processes. Spores of sulphite reducing clostridia (SRC) appear to be a good surrogate for
Giardia through activated sludge treatment and although not tightly correlated with Cryptosporidium
removal, may be a conservative indicator for Cryptosporidium (Keegan et al. 2009). In terms of size,
SRC are smaller than protozoan (oo)cysts so should be a conservative surrogate for filtration
processes. Particle profiling has potential as a surrogate but requires further validation (Keegan et al.
2009).
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2.2 Introduction

A detailed review of the published literature has previously been conducted (WERF report 03-HHE-2,
Keegan et al. (2009)) to identify pathogens and candidate indicators representative of the four groups
considered to pose the greatest health risk: bacteria, viruses, helminths and protozoa. Criteria were
developed to select pathogens and indicators for the validation of the performance of wastewater
treatment processes. In the case of pathogens, the criteria included importance to the water industry,
similarity to other pathogens, presence in sufficient numbers and persistence in the relevant waste
matrix (activated sludge) where direct detection would be utilized. Where the native pathogens were
not present at significant amounts or would not allow calculation of log reduction values (i.e. complete
inactivation occurred) laboratory cultured microorganisms would be utilized (membrane filtration and
ozone). Similar criteria were also used for the selection of indicator organisms, most importantly the
indicator/surrogate organisms need to behave similarly to the target pathogen, have similar surface
properties (hydrophobicity and isoelectric point) be easily cultured or detected. Chemical indicators
were considered and discounted because their behaviour was unlikely to mimic that of
microorganisms in the environment. This review is an update of 03-HHE-2, with the aim to provide
information to support the selection of pathogens or surrogates that will be included in other sub-
projects within the National Validation project.

2.3 Technologies under consideration

The three technologies under consideration for the National Validation project are activated sludge,
membrane filtration and ozone. Activated sludge acts as a removal process but may also incorporate
some level of inactivation for different pathogens. The selection of indicators in this case would be
reliant upon detection and enumeration of viable organisms. Membrane filtration is a removal process
with interaction with the membrane surface being integral to removal. A number of factors influence
the removal process including nominal pore size of the membrane, size of the microorganism, surface
characteristics and charge of the membrane, surface characteristics and charge of the
microorganism, and the potential for interaction of microorganisms with particulates within the water
matrix. Disinfection-based oxidants such as ozone act to inactivate the pathogen or indicator and
thus require the use of infectivity assays or culture-based methods to determine the loss of infectivity
or culturability.
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2.4 Criteria for Choosing Representative Pathogens

The three major pathogen groups considered for the NatVal study were viruses, bacteria and
protozoa. One or more microorganisms representing enteric pathogens that are a risk to human
health have been chosen from each group to be the representative pathogen(s). The criteria used for
choosing representative pathogens are given in Table 1, with each criterion ranked relative to the
other criteria to assist in choosing an appropriate representative pathogen. Where criteria were
unlikely to be met, they were accorded a lower ranking so as to provide a more pragmatic outcome.

Table 1. Criteria for Selection of Representative Pathogens.

Importance  Selection Criteria

1 Found in different geographical areas and represent the range of pathogens
potentially present.

1 Minimal seasonal variation.

> Pathogen is representative of other pathogens in the same group e.g. E. coli is
considered representative of enteric bacterial pathogens.

2 Is applicable to as many matrices as possible.

2 Survives for adequate time in matrices to be useful.

3 Pathogen of human origin.
Analysis method can distinguish those pathogens capable of causing an infection
and those which are not. Method:
o is reliable
. is reproducible
. is robust

3 . gives quantitative results
. has confirmation step
. if possible, is cost effective
. is able to easily detect pathogens in wastewater

4 Ideally does not multiply in the matrix. Note that faecal coliforms, total coliforms,
E. coli and Salmonella can multiply in certain wastewaters.

5 Reasonable body of knowledge available regarding the pathogen.

6 Can be handled in a Biosafety Level 2 or Class Il laboratory.
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2.5 Criteria for Choosing Indicators

Criteria for selection of microbial indicators are given in Table 2. Indicators were chosen for each of
the pathogen groups, a representative pathogen — indicator pair(s) being set up for each group. While
the density of the representative pathogen and proposed indicator may not be the same, indicators
were chosen on the basis that both the representative pathogen and the indicator are removed or
inactivated similarly by a treatment process. A consistent correlation between the removal of the
pathogen-indicator pair will allow prediction of pathogen behaviour in response to a treatment

process.

Table 2. Criteria for Selection of Microbiological Indicators.

Importance Selection Criteria

Both representative pathogen and indicator are affected similarly by treatment
1 processes e.g. similarly sensitive to a disinfection process or size/surface
characteristics for removal processes, hydrophobicity and isoelectric point.
1 Minimal seasonal variation.
2 Is applicable to as many matrices as possible.
2 Represent the range of pathogens potentially present.
2 Found in different geographical areas.
3 Present in sufficiently high numbers to ensure reasonably precise quantification.
Analysis method:
. is reliable
. is reproducible
o is robust
3 . gives quantitative results
. has confirmation step
. if possible, is cost effective (may not currently be cost effective but could
be developed to become so depending on the incentive provided)
. is able to easily detect indicator in wastewater and biosolids
4 Ideally does not multiply in the matrix. Note that faecal coliforms, total coliforms, E.
coli and Salmonella can multiply in wastewater.
5 Present in matrix when pathogen is present and absent when pathogen is absent.
5 Able to be easily extracted from wastewater.
Able to differentiate between pathogens from human and animal sources (note that
6 some pathogens e.g. members of Campylobacter, Salmonella, Giardia,
Cryptosporidium are known to infect both humans and animals).
6 Can be analysed for in a Biosafety Level 2 or Class Il laboratory.
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2.6 Representative Pathogens

Because of the large number of pathogens considered for the wastewater matrix, data used to assess
whether or not a pathogen was representative of a pathogen group are presented in Table 3. In
addition, a short information sheet on each pathogen considered for both matrices is presented in
Appendix 1. The information in these sheets is not exhaustive; rather it was compiled to the point
where the suitability, or otherwise, of the pathogen as a representative of that group could be

established.
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Table 3. Summary of Characteristics of Representative Pathogens.
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Relative Importance of Criteria 1 1 2 3 3 3 3 3 4 7
Organisms Waste Waste Product
9 Influent  Effluent Water
Viruses
Adenovirus +HH+ Yy y CC/PCR y + ++ +++ +++/++ n  AYR
Polyomavirus (JC, BK)® ? y ? PCR n + ++ +++ ++ n  autumn-winter, AYR
Hep-A virus ++ y y° PCR n + ++ -+ ++ n AYR
Enteroviruses (coxsackie, echo) ++ y y CC/PCR y + ++ +++ +++/++ n  summer-autumn
Calicivirus (Norovirus) ++ y ? PCR n + ++ +++ ++ n  winter
Reoviridae (Rotavirus, reovirus) ++ oy y CC/PCR y + ++ +++ ++ n  winter peak, AYR
Bacteria
Clostridium n y culture y/n ++ +++ +++ ++
Campylobacter + y culture y/n ++ +++ +++ ++ summer
Salmonella + y culture y/n ++ +++ +++ ++ summer
E. coli ++ y culture y/n ++ +++ +++ + AYR
Vibrio cholera ++ n° culture y/n ++ +++ +++ ++ [/ + n/a
Aeromonas ++ % culture y/n ++ +++ +++ + n/a
Enterobacter spp n y culture y/n ++ +++ +++ ++ [/ + n/a
Klebsiella + y culture y/n ++ +++ +++ + n/a
Pseudomonas aeruginosa + y culture y/n ++ +++ +++ + n/a
Mycobacterium + ? culture y/n ? ? ? ? n/a
Protozoa
Cryptosporidium parvum +++ Yy FM/CC/PCR y + ++ +++ +++ [ ++ variable®
Giardia duodenalis ++ FM/PCR n + ++ +++ +++ [ ++ variable
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Key
y:yes n:no +:low ++: medium +++: high
?: more information required AYR: all year round FM: fluorescence microscopy CC: cell culture PCR: polymerase chain reaction
Footnotes
'L evel of importance to water/ wastewater industry in relation to health regulation
WorIdW|de distribution of pathogen
Pathogen of interest is a good representative of its class
Analytlcal methods suitable to detect presence of selected pathogen
Analytlcal methods capable of detecting infectivity of selected pathogen
Performance reliability, robustness, and confirmation of selected analytical methods
Cost of analytical method/s
8Pathogen's ability to proliferate in different wastewater matrices
Pathogen s seasonal presence
Pathogen is associated with renal transplants. Not thought to be a waterborne pathogen. 60-80% of humans are sero-converted.
®While rotaviruses are pathogens, reoviruses are not frank human pathogens and only rarely causes gastroenteritis in infants. CC detection is for reoviruses.
°Not expected in wastewater in developed countries. While V. cholera has been detected in Australian coastal waters, toxigenic strains have not been
detected.
4But not for UV due to much higher UV resistance compared with other viruses.
¢ (Arraj et al. 2005) found similar numbers of hepatitis A virus, polioviruses and reoviruses in wastewater; also similar removal rates.
Poliovirus is similar or more resistant to ozone, chloramine, chlorine and chlorine dioxide compared with calicivirus and adenovirus. Similar UV resistance to
calicivirus and HAV. Similar numbers for adenovirus, reovirus, and enterovirus (pers. comm. M Angles (2005); Lodder and de Roda Husman (2005)).
9 Reovirus numbers are within the range of norovirus. Norovirus numbers may be higher due to direct detection by PCR, which detects all viral particles,
including those that can infect cell cultures and those that cannot infect cell cultures (due to culture techniques not allowing appropriate cell differentiation or
expressmn of appropriate antigens, or due to the virus particle being defective). Reovirus is detected by cell culture.
" Bacterial spore numbers are generally lower than colony forming units of other bacteria; however bacterial spores are more resistant than vegetative cells.
(Yanko et al. 2004) E. coli, Aeromonas, enterococci were at similar densities in final effluent. However, E. coli inactivate more slowly in the environment than
enterococci due to solar radiation.
!Faecal coliform numbers are consistent with E. coli numbers in final effluent (Yanko et al. 2004). Inactivation by chlorine is affected by growth conditions for K.
Eneumoniae (Goel and Bouwer 2004).
Pseudomonas showed variable results for chlorine inactivation versus indicators and Salmonella (Bonadonna et al. 1999). Has similar removal rate through
WWTP as coliforms and faecal coliforms.
' Similar to Legionella for most disinfection - slightly more UV resistant; less chlorine dioxide resistant.
™Has much higher chlorine resistance than other protozoa; numbers also tend to be lower than Giardia.
" Similar to microsporidia for chlorine and ozone Ct.
° Australian National Notifiable Diseases Surveillance System http://www9.health.gov.au/cda/source/rpt_3.cfm
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2.6.1 Viruses

There are more than 100 known enteric viruses that are excreted in large numbers in human faeces
and are potentially transmitted by water. Those of particular significance include hepatitis A viruses,
enteroviruses, noroviruses, rotaviruses, adenoviruses and reoviruses (Gerba et al. 1984). With the
increase in use of recycled water, the potential exists for increased contact and potential transmission
of viruses present in WWs if adequate treatment and disinfection are not applied. A range of assays
are used to detect waterborne viruses including cell culture (where an adequate cell culture assay is
available). Where a cell based assay is not available, molecular methods are utilised such as
polymerase chain reaction (PCR) for DNA viruses and reverse-transcription polymerase chain
reaction (RT-PCR) for RNA viruses. Many factors influence the recovery and enumeration of viruses
from a WW sample. The methods used for concentration of viruses, such as filtration or polyethylene
glycol (PEG) precipitation, will vary in the number of virus recovered based on the matrix tested. The
culture methods vary depending on the cell type used for enumeration, the specificity of the virus for
the chosen cell type and the culturability of the virus. For non-culturable viruses, molecular methods
have been developed to allow enumeration that detects all virus particles (live and dead patrticles,
while culture detects live, potentially infective viruses that are capable of growing in the culture system
provided). This results in variability of the final results, which can result in the overestimation or
underestimation of viruses in a WW sample.

The range of viruses that are of significance in WW streams are listed below and summarised in
Table 4. Viruses are shed in faeces and urine in high numbers and directly contribute to the viral load
in WWs. The viruses in WW are dependent on the viruses circulating within the community.

Table 4. Summary of virus characteristics.

Virus Size nm Genome Isoelectric point (pl)
lower upper

MS-2 (FRNA) 24 26 ssRNA 3.9
QB (FRNA) 24 ssRNA 5.3
T1 (somatic) 50 150 dsDNA
PRD1 (DNA phage) 63 dsDNA 4.2
®X174 (DNA phage) 27 ssDNA 6.6
B. fragilis phage 60 162 dsDNA
HAV 27 29 ssRNA 2.8
Poliovirus 26 31 SSRNA 4.5,7.0
Enterovirus 18 27 SSRNA 4-6.7
Enteroviruses (animal) 15 46 SSRNA
Polyomavirus 45 55 dsDNA
Parvovirus 22 24 SSDNA
Adenovirus 70 100 dsDNA 4.5
Rotavirus 30 37 dsRNA 3.8,4.0
Norovirus 27 38 ssRNA 5.5-6.0
Astrovirus 27 32 ssRNA
Echovirus 22 32 ssRNA
Reovirus 60 80 dsRNA

(Agosto et al. 2006, Caul and Appleton 1982, Dowd et al. 1998b, Foriers et al. 1990, Hawkins et
al. 2008, Kennedy and Parks 2009, Kurogi et al. 1976, McFerran et al. 1971, Michen and Graule
2010, Oshima et al. 1995, Provost et al. 1975, Simmons et al. 1976)

2.6.1.1 Adenovirus

Adenovirus are dsDNA viruses, the only group of human enteric viruses with a DNA genome. A large
range of adenoviruses are known to infect humans with the majority causing upper respiratory tract
infections that are not associated with enteric symptoms. Two adenovirus serotypes are known to
cause gastroenteritis (types 40 and 41), and are shed in high numbers in faecal material. Numbers of
adenoviruses in WWs ranged from less than 0 to 10%/L by culture (Sedmak et al. 2005) that tends to
be lower than the enterovirus numbers detected at WW treatment plants. Standard cell culture
methods are used for the enumeration of adenoviruses and PCR assays are also available.
Estimations in the AGWR (2006) suggest adenoviruses are present in raw WW at 10%-10* /L by
culture.
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A risk assessment study suggested that adenoviruses were among the most thermally resistant
viruses (Gerba et al. 2002) and thus able to withstand conditions in WW treatment processes. Other
studies have shown that adenoviruses survive longer in water than enterovirus and hepatitis A virus
(Enriquez et al. 1995). Adenovirus serotype 2 has been used as a model for adenovirus disinfection
trials with chloramines (Sirikanchana et al. 2008). Adenovirus 2 is a respiratory virus but has been
detected in WW as it is shed in faeces and has a high level of resistance to chloramine disinfection
while being highly susceptible to free chlorine disinfection. Adenoviruses are rated as highly important
to the industry on the basis of their resistance to low pressure UV and their use by health regulators
as one of the criteria in the assessment of the safety of recycled water. Adenoviruses have also been
selected as a target organism in the criteria for the assessment of the safety of reuse water based on
cell culture results, adenovirus numbers were reduced by 85%, while reovirus was reduced by 28%
and enteroviruses by 93% across activated sludge treatment and disinfection (Long and Ashbolt
1994). Reovirus may be more difficult to remove than adenovirus and enteroviruses through
secondary treatment processes (Irving and Smith 1981).

2.6.1.2 Astrovirus

Astroviruses are ssRNA viruses that have been increasingly recognised as a significant cause of
diarrhoea in children, although the illness is of low severity and has a shorter duration than rotavirus.
The virus causes gastroenteritis and predominantly diarrhoea, mainly in children under five years of
age (although it has been reported in adults). Viral pathogen detection in water, especially in WW, is
difficult and PCR is widely used to detect these viruses, although a culture based system does exist
but is not frequently utilised (Abad et al. 1997). Astrovirus genomes were detected at the entrance to
the sewage treatment plant, with a mean value of 4.1 x 10" astrovirus genomes per 100 mL and
effluents were less strongly contaminated, with a mean value of 1.01 x 10* astrovirus genomes per
100mL (LeCann et al. 2004). Varied removal of group A and group B human astroviruses has been
reported, with group A more effectively removed across WW treatment including primary
sedimentation and activated sludge treatment (Morsy El-Senousy et al. 2007). RNA copies were
compared to infectious units in a cell culture assay and 2-3 log;, higher numbers were detected in the
RNA copies, although this was not consistently observed. PCR detects all viruses whether potentially
infectious or inactivated and can overestimate the viral load for potentially infectious virus, while
culture based methods can underestimate the viral load due to the limitations of the culture systems
available. Dose response curves are usually determined with culturable viruses using culture methods
to determine the titre of infectious viruses before and after disinfection. This allows the level of virus
inactivation to be determined from exposure to the disinfectant.

2.6.1.3 Calicivirus

Caliciviruses are ssRNA viruses most commonly known as Noroviruses (formerly Norwalk-like
viruses) and Sapoviruses (formerly Sapporo like viruses). Noroviruses are the most common cause of
gastroenteritis in developed regions (Lopman et al. 2003) and are broadly distributed. The illness,
although severe, is of short duration and severe complications are rare. Currently, a reliable culture
system for the human caliciviruses is not available and relies on molecular methods for the detection,
enumeration and speciation of noroviruses. The virus outbreaks are seasonal and tend to occur in
winter in the northern hemisphere and are termed “winter vomiting disease”, while in the southern
hemisphere, the opposite is true with most outbreaks occurring during summer months (Sinclair et al.
2005). Numbers of human infectious noroviruses in WW influent range from 10*° to 10’ genome
copies per Litre (Laverick et al. 2004, Lodder and de Roda Husman 2005), while levels in effluent
range from 10"®to 10° genome copies per Litre prior to disinfection (effluent treatment consisted of
primary settling, activated sludge process, and phosphorus removal) (Laverick et al. 2004, Lodder
and de Roda Husman 2005). Estimates in the AGWR (2006) suggest 10*-10%/L. Noroviruses are
listed on the USEPA Contaminant Containment List (1998).

2.6.1.4 Enterovirus

Enteroviruses are ssRNA viruses that are members of the genus Enterovirus within the Picornaviridae
family. This large genus of viruses includes coxsackie A and B virus, echovirus, enterovirus types 68-
71, and poliovirus. Symptoms from poliovirus infection include fever, fatigue, headaches, vomiting and
muscle and joint pain, with the majority of cases being asymptomatic. Poliovirus has been eradicated
in most countries due to the vaccination programmes, with wild-type poliovirus only occasionally
isolated from human populations (Mulders et al. 1995). The vaccination program previously used a
live attenuated virus, which meant that the vaccine strain of poliovirus could be readily detected in
wastewaters and provided a useful indicator. However, in recent years there has been a change to
utilise a heat inactivated /killed virus, so no replication of the virus occurs and the vaccine poliovirus
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strain is no longer detected in wastewater, although rarer detection of wild poliovirus is still reported
(Battistone et al. 2014). The exception for poliovirus eradication is some areas of Africa and Asia
where the virus remains endemic.

Other members of the Enterovirus genus have been associated with a wide range of symptoms and
illnesses including fever, vomiting, diarrhoea skin rashes, jaundice and conjunctivitis, however many
of the infections are believed to be asymptomatic and resolve quickly and without ongoing problems.
A small number of cases result in more serious complications, including meningitis, encephalitis and
polio-like paralysis. Coxsackie viruses A and B cause hand, foot and mouth disease in children (often
Coxsackie virus A 16) resulting in blisters on the hands and feet, in the mouth, and on the tongue and
gums. Most cases have flu-like symptoms and occur most often in summer and autumn but occur
year round in tropical climates. Enterovirus 71 causes similar symptoms as observed in hand, foot
and mouth disease (and some severe cases progress to meningitis, encephalitis and paralysis).
Enterovirus 71 does not cause gastroenteritis, although the virus is shed in faeces for periods up to 2
months after infection. Echovirus infections occur mainly in children, are highly infectious and cause
acute fever in infants with early infections in infants having the potential to cause complications and
fatalities.

Enteroviruses detection in WW influent may be variable, with reported concentrations of <10° (ie
below detection limit) to 10? /L culturable (Sydney Water Corp, pers. comm.; (Arraj et al. 2008)) and
up to 10*/1L (Sedmak et al. 2005). AGWR (2006) suggest 10%10° /L. Enteroviruses are detected by
cell culture base methods using plague assays and PCR based molecular techniques are also
available for enteric genome quantitation. Epidemiology data shows that community infection is highly
seasonal (summer-autumn peak), although infections may occur all year round (Baek et al. 2009,
Baek et al. 2011, Khetsuriani et al. 2006, Tani et al. 1995). The seasonality is likely the cause for the
variability reported in wastewaters.

2.6.1.5 Hepatitis A virus

Hepatitis A virus (HAV) is a ssSRNA virus that has its own genus, Heparnavirus, within the
Picornaviridae family. HAV is a relatively common infection even in developed countries, but many
cases are believed to pass unrecognised as they involve mild symptoms. Serious illness with
significant inflammation of the liver is more common when infection occurs later in life (Sinclair et al.
2005) and the symptoms can be debilitating. In Australia, there are approximately 300-500 cases of
HAV reported annually. The number of cases has been declining nationally since the late 1990’s. In
Australia, infection with HAV is more likely to occur in particular locations including childcare centres
and preschools, residential care facilities and travellers to countries where the infection is common
(Asia, Africa South Pacific, Central and South America). Infection from contaminated food or water is
rare in Australia (www.HepatitisAustralia.com). HAV is listed on the USEPA contaminant containment
list. HAV has been rated important to the water industry as it is used by health regulators for
assessing the quality of reuse waters. The methods of detection and enumeration include PCR
based assays and a culture based method using a radio-immunofocus assay or molecular methods
such as RT-PCR.

2.6.1.6 Reovirus

Reoviruses are dsRNA viruses. These viruses have a broad host range and infect a number of other
mammals as well as humans. Reovirus infections appear to be very common but mostly
asymptomatic, and their role if any, in producing significant human disease is not clear. Reoviruses
are detected through cell culture assays with discernible cytopathic effects or molecular detection
using RT-PCR (Spinner and Di Giovanni 2001).

The genus Rotavirus is included in the Reoviridae family. Rotaviruses are the major cause of severe
diarrhoea in young children in both developed and developing countries. Worldwide, this virus is
estimated to be responsible for over 130 million episodes of gastroenteritis, 2 million hospitalisations
and 440,000 deaths per year. In Australia, about 42% of cases are babies under 12 months of age
and 92% of cases are children under 5 years of age. Rotavirus infections tend to be seasonal with
the majority occurring in the winter months (Rao et al. 2013). The observation that rotavirus is highly
prevalent among young children in both developed and developing countries, despite major
differences in drinking water quality and sanitation, suggests that other modes of transmission are
more important for this virus (Sinclair et al. 2005). In 2007 a routine vaccination program was
introduced in Australia (and other developed countries) for children up to 6 months of age. This may
potentially eliminate a broad spectrum of the disease in the community. The virus may still be
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detected in sewage as the vaccine is a live virus, which may replicate in the host and be shed in
faeces.

Rotaviruses were detected by RT-PCR at 10'- 10° genomes /L (AGWR, 10°-10°/ L) in WW influent
and similar levels in the effluent, with 10°-10° genomes /L indicating minimal removal of rotavirus
(Lodder and de Roda Husman 2005). Reoviruses were detected at 10°°-10° pfu /L using a culture-
based method in wastewater influent with a reduction to 10'-10° pfu /L prior to disinfection, indicating
1-2 log,g reduction in reoviruses from primary to secondary treatment processes. The observed
reduction in reovirus may be due to removal and/or inactivation of the virus while the consistent
rotavirus numbers indicates no removal of this virus and cannot establish loss of infectivity.

2.6.1.7 Which virus?

None of the human pathogenic enteric viruses possess all of the characteristics that make them ideal
for the validation of treatment processes, with most of them having a seasonal prevalence. Of the
viruses present in wastewater, adenoviruses and polyomaviruses are amongst the most numerous.
Polyomaviruses are dsDNA viruses that infect the young, in most cases asymptomatically, and
remain latent in adults with sporadic reactivation and shedding (Ling et al. 2003). Shedding is highest
in autumn / winter but occurs all year round (Ling et al. 2003). While present in sufficient numbers,
adenoviruses are much larger than other viruses so will not be a useful surrogate for validation of
filtration-based processes. Polyomaviruses are closer in size to the other mammalian viruses so may
be a suitable surrogate for filter validation, but no culture based techniques are available, so these
can only be used to measure physical removal (detected by PCR) but not inactivation. Reoviruses
have been reported to be present in higher numbers than enteroviruses, but they are similar in size to
adenoviruses and so not any better as an surrogate for filter validation.

2.6.2 Bacteria

Considering that the bulk of the enteric pathogenic bacteria behave similarly to E. coli in response to
water treatment, E. coli is suitable as a representative bacterial pathogen as it would allow safe
handling for laboratory scale processes to be used later in the project. In addition, it is relatively
inexpensive to analyse and is unlikely to regrow in domestic wastewater. Some of the opportunistic
pathogens, such as Aeromonas and Pseudomonas are likely to be more problematic because they
are more likely to regrow and might also have sources other than domestic influent (Banning et al.
2003, Geuenich and Muller 1984, van der Kooij 1991). Campylobacter have often been suggested as
an indicator in wastewaters. However, current detection methods are currently problematic, with
inhibition of growth observed in undiluted samples resulting in erroneous enumeration. Furthermore,
Campylobacter jejuni have been shown to rapidly lose culturability under starvation conditions and the
ability of Campylobacter to enter a viable but not culturable (VBNC) state may be variable among
strains, with apparent VBNC cells exhibiting variable resuscitation success following passage through
different hosts (Cappelier et al. 1999, Jones et al. 1991, Medema et al. 1992). Aside from starvation,
another factor contributing to the failure to culture Campylobacter is that they are highly susceptible to
oxidative stress, particularly if exposed to aerated conditions (Harvey and Leach 1998, Rollins and
Colwell 1986). Considering these issues related to rapid entry into a VBNC state and resuscitation of
VBNC cells, Campylobacter are problematic as a pathogen indicator.

2.6.3 Protozoa

Most studies on enteric protozoans in wastewater focus on Cryptosporidium and Giardia. There is
generally a lack of information on the majority other pathogenic enteric protozoa, and also a lack of
validated methods for their recovery from water or wastewater. While Giardia are more numerous in
wastewater, Cryptosporidium represents a greater challenge being smaller and resistant to chlorine-
based disinfection. An added advantage of Cryptosporidium is the availability of in vitro methods for
infectivity assessment. Considering these, Cryptosporidium is the most practical pathogen to use as a
representative of the enteric protozoans.
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2.7 Indicators

Because of the large number of indicators considered for the wastewater matrix, data used to assess
whether or not an indicator was suitable for inclusion in the study are presented in Table 6. In
addition, a short information sheet on each indicator considered is presented in Appendix D. The
information in these sheets is not exhaustive; rather it was compiled to the point where the suitability,
or otherwise, of the indicator could be established. A summary of chosen wastewater pathogen
indicators considered for this project is given in Table 5.

Table 5. Summary of Representative Pathogens and Indicators for Wastewater.

Representative Pathogen Indicator

Virus Virus

By cell culture: By culture:
adenovirus F-specific coliphages
reovirus

enterovirus

rotavirus

HAV

By PCR: By PCR:

norovirus Polyoma viruses
adenovirus

enterovirus

Bacteria Bacteria
E. coli Faecal streptococci / enterococci
E. coli

Total coliforms

Protozoa Protozoa
Cryptosporidium Sulphite-reducing clostridia
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Table 6. Summary of Characteristics of Indicators Considered for the Wastewater Matrix.
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Relative Importance of Criteria 1 1 2 2 3 3 4 5
Waste Waste Product
Indicator class Influent Effluent water
Virus indicator
Enterovirus genome ? ? summer autumn y PCR + ++ +++ mod n o4
Reovirus ? 17y winter peak, AYR y CC/PCR + ++ +++ mod / high n +HH++
Polyoma virus ? ?  autumn-winter, AYR vy PCR ? ? ? mod n o B
PRD1 phage ? ? AYR ? culture ? ? ? low / mod ? +++
Somatic coliphage 2 By AYR y  culture + =+ +++ low Mn 4+
F-RNA phage ? y/n AYR y culture + ++ +++ low n +++
B. fragilis phage 2 Yy AYR y  culture + ++ 4+ low Bmaybe +++
Bacterial indicator
Total coliforms ? y AYR y culture ++ ++ +++ low 14y? +++
Faecal coliforms 2 By AYR y  culture =+ =+ +++ low y? o+t
E. coli y y AYR y culture ++ ++ +++ low y? +++
enterococci / faecal streptococci ? 4y AYR y culture ++ ++ +++ low °? +++
SRC/ C. perfringens spores 6y/n n AYR y culture ++ ++ +++ low / mod n +++
aerobic spores ? ®n AYR y culture ++ ++ +++ low y +++
particle
particle profiling na AYR y  counter 105 109 Spist ’mod na na
Protozoan indicator
C. perfringens spores ? ly/n AYR y culture ++ ++ +++ low / mod n +++
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Key
y:yes n:no na:not applicable +: low ++: medium +++: high
?: more information required AYR: all year round CC: cell culture PCR: polymerase chain reaction

Survwal behaviour similar to that of representative pathogen.

® Treatment effect: treatment has similar effect on indicator and representative pathogen.

Seasonallty present in all seasons

¢ wide distribution: wide geographical distribution.

¢ Method performance: is reliable, reproducible, robust, quantitative, has confirmation step, cost effective, easy.

"Method cost: cost of analytical method
g Easy extraction: is easily extracted from matrix.

* Source tracking: allows differentiation of pathogen sources.

! (Galofre et al. 2004) suggest anaerobic spores as a potential surrogate.

2 Although purchase of a particle counter can be expensive, analysis is relatively inexpensive.

Assume particle counter will perform adequately in product water.

(Rose et al. 2004) show enterococci to have similar overall removal rate as faecal coliforms.

(Gauthler and Archibald 2001) suggest enterococci present in pulp and paper mill waste in the absence of sewage.

Spores are more persistent than vegetative cells.

Rose (2004) C. perfringens results not consistent with those of faecal coliforms.

(Galofre et al. 2004) suggest spores grew on GAC filter and that removal rate for entire WWTP was lower than for anaerobic spores.

(Chavez et al. 2004) examined flocculation for the removal of bacteria and Helminth ova and correlated this with removal of particles. Removal of particles
<8um diameter could be used to predict removal of Salmonella and faecal coliforms. Correlation was linear but slopes and intercepts slightly differed for faecal
coliforms and Salmonella.

1% samples may require dilution to allow analysis if turbidity is too high.
! Conditions are unlikely to be present to support replication. Conditions required include a specific host and log phase growth of the host, the latter requiring
the presence of nutrients and a suitable temperature.

(Gantzer et al. 1998) showed significant correlation between numbers of B. fragilis phage (>10 /L) and presence of infectious enterovirus. Isolation rate and
concentrauon of B. fragilis phage was lower than somatic phage and matched more closely the infectious virus isolation rate.

Depends on the ability of the host to multiply which is thought only possible in extreme circumstances.

* No reference found for wastewater. Gauthier and Archibald (2001) suggest faecal coliforms and E. coli can grow in pulp and paper mill effluent.

(J|menez Cisneros et al. 2001), (Koivunen et al. 2003) found faecal and total coliform removal to be the same as Salmonella.

® RNA viruses are technically slightly more difficult to isolate for molecular work.

Assumes reovirus can be used as a model for rotavirus.

'8 polyomavirus should be relatively easy to handle since its genome is dsDNA.
19 (Gantzer et al. 1998) found a significant correlation between numbers of somatic coliphage and the presence of infectious enterovirus. No infectious
enterovirus were present when somatic coliphage numbers were <10, Only 22% of samples with >10" somatic coliphage had infectious enterovirus. Rose et al.
(2004) and (Harwood et al. 2005)) found no correlation between coliphage and enteric viruses. Viruses appeared to be more sensitive to filtration and
disinfection than somatic coliphage.
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2.7.1 Virus Indicator Summary

A recent EU-funded program has shown the utility of B. fragilis B124 to identify human-specific phage
in high numbers from a range of U.K. sewage treatment works (Ebdon et al. 2007). However, an
earlier study has suggested that densities may be too low for reliable detection (Chung and Sobsey
1993). Phage numbers aside, B. fragilis phage was rejected as a virus indicator because the analysis
procedure is complicated, requiring anaerobic conditions, the phage has a dsDNA genome unlike the
majority of human enteric viruses and the phage are much larger than human enteric viruses
(Hawkins et al. 2008).

Enteric virus genomes are also proposed a viral indicator, along with reoviruses and polyomaviruses.
Polyomavirus is a dsDNA virus reported to be widely present at concentrations higher than
adenovirus in sewage (Bofill-Mas et al. 2006). Analysis is currently by PCR. Neither reovirus nor
polyomavirus are considered to be a risk to human health making both attractive as indicators. As
outlined above, enteric virus genomes are proposed as indicators.

The behaviour of viruses, both indicators and pathogens, was variable depending on the treatment
regime, with large differences in removal efficiencies observed. Polyomavirus was the most promising
virus indicator, behaving similar to adenovirus and being a very conservative indicator of removal for
rotavirus (Keegan et al. 2009). Virus genomes appear to be the most reliable method of enumerating
virus in removal processes such as ASP and membranes although the process detects both live and
inactivated virus and is therefore conservative.

Studies investigating the removal of F-RNA bacteriophage and adenovirus genomes demonstrated no
correlation (R2= 0.0726) between the indicators for removal across activated sludge most likely due to
the variability in virus numbers that occur in wastewaters and the higher numbers of indicators that
are observed (Keegan et al., 2009).

Demonstrating the link between virus and indicator removal is difficult. Reports have demonstrated
that plaque counts and PCR based detection differs by approximately 4 log;o for MS-2 (Sherchan et
al. 2014). For adenovirus is has been suggested that 0.1% of the virus that is detected by PCR is
infectious out of 10° genomes (He and Jiang 2005). Plaque-forming efficiencies vary widely in
different virus species and serotypes with enumeration also affected by the cell line utilized.

Regel et al. (2012) reported a 2-2.5 log removal of MS-2 bacteriophage across UF membrane
filtration after challenge testing. No comparison was made with pathogens due to the absence of a
suitable numbers of viruses for detection in the filtrate.

2.7.1.1 Enteric virus genomes

Molecular detection of water borne viruses has been utilised in the past for those viruses where a
suitable culture method was not available, such as noroviruses and rotaviruses. Quantitative PCR for
DNA based viruses (adenovirus) or RT-PCR for RNA based viruses (Picornaviruses, reoviruses) is
now widely available for both culturable and non culturable viruses as an alternative to the cell culture
detection methods, and these have been investigated by a number of researchers. The method
involves recovery of the viral particles from a water sample, extraction of the nucleic acid (DNA or
RNA) and quantification of the virus present using an internal standard with PCR and specific primers
to allow detection of the viruses of interest. The methods are reliant on the selection of specific
primers for the virus(es) of interest, adequate optimisation of the assay and determination of non-
specific amplification of other closely related viruses. The sensitivity of individual assays also requires
determination to ensure low levels of viruses are detectable. The limitation of the method is that both
infectious and non-infectious virus particles will be detected, possibly providing an overestimate of the
health risk. In contrast, culture based enumeration using cytopathic effect (or plaque formation) can
fail to detect a large number of viruses as suitable culture systems do not exist and as a result can
potentially underestimate the number of infectious virus particles present (Lee and Jeong 2004). No
correlation has been found between the presence of adenovirus or enterovirus genomes with
infectious virus (Choi and Jiang 2005, Gantzer et al. 1998).

Viral genomes (either enterovirus or adenovirus based) are becoming more widely accepted as an
indicator for the removal of viruses though treatment processes and is suitable for most processes.
The exception for viral genomes is the assessment of disinfection efficacy, where the virus may be
damaged and unable to replicate within a suitable host, but is still capable of being detected through
PCR. This includes treatments such as UV, chlorine, chloramines and ozone. When assessing
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disinfection kinetics, the detection of false positives i.e. detection of inactivated virus would be
encountered unless degradation of the nucleic acid was achieved during the disinfection process.
Culture-based methods are better suited to determining inactivation due to a disinfectant.

Enteric virus genomes tend to be present at significantly higher numbers when compared to
culturable viruses. Numbers for astrovirus have been reported to be between 2 and 4 log,, higher for
virus genomes compared with virus enumerated by culture. For adenoviruses, numbers detected
were between 10° to 10° PFU/L by PCR (Keegan et al. 2009), while cultured adenovirus numbers are
usually between 10°%-10% /L (Sedmak et al. 2005).

2.7.1.2 Somatic bacteriophage

Somatic phage are a collection of diverse and predominantly dsDNA viruses (except for X174 which
is ssRNA), including different genera and families of bacteriophage. The definition of somatic phage is
somewhat loose, generally being used to describe any phage that initiates infection by binding to a
host’s cell wall. As a result, there is a large variation amongst different somatic phage species for
size, structure and cell surface targets used for infecting the host cell. There is conflicting information
regarding the ability of somatic phage to replicate in the environment. Somatic and F-RNA phage do
not appear to replicate in the tropical aquatic environment (Hernandez-Delgado and Toranzos 1995)
and infection studies have shown that E. coli isolated from wastewater are poorer hosts for somatic
phage compared with the lab strain of E. coli (WG5) used for routine detection of somatic phage
(Muniesa and Jofre 2004). It has also been suggested that the densities of somatic phage and host
bacteria in wastewater are below the threshold required for a productive infection, such that there
should not be any significant replication of somatic phage in wastewater (Jofre 2009). However,
much of the case against the replication of somatic phage in wastewater is based on assumptions
regarding the host bacteria present and theoretical considerations of multiplicity of infection based on
laboratory infectivity experiments of planktonic bacteria. The interaction of somatic phage with hosts
within biofilm (or concentrated at a filter surface) has not been considered, but it is possible that under
such circumstances infection will be more likely if host bacteria are concentrated. It is known that the
host cells for somatic phage continuously express phage receptor sites and it has been reported that
somatic phage are capable of attaching to dead cells (Grabow 2001). Anecdotally, it is also known
that the host bacteria for somatic phage do not need to be in log phase growth for infection to be
possible. This makes somatic phage technically simple to detect because there are no specific host
growth requirements and an overnight broth culture is sufficient for use in a plaque assay (unlike F-
RNA which require actively growing cells expressing the F pilus for infection). A broad range of
coliforms can be hosts to somatic phage (not just E. coli) and some of these coliforms can grow or
remain metabolically active to support somatic phage growth (Grabow 2001) and there have been
reports of increases of somatic phage numbers in certain aquatic environments (Grabow 1990,
Grabow et al. 1998).

Somatic phage have been studied in wastewater treatment process and are always present at much
higher numbers (500-fold) than observed for mammalian viruses and are also about 5-fold more
numerous than F-RNA (Grabow 2001). Studies have generated conflicting results, reporting either a
significant correlation between the presence/absence of infectious enterovirus and the number of
somatic coliphage in samples after secondary treatment (Gantzer et al. 1998) or no correlation (in
particular for filtration and disinfection) between coliphage and enteric virus removal gCarducci etal.
1995, Harwood et al. 2005). Concentrations in WW influent has been reported at 10° PFU/L (AGWR,
2006, 10°-10° PFUJL), while concentrations in effluent decreased to 10° PFU/L (Lodder and de Roda
Husman 2005). The use of somatic phage as an enteric virus surrogate requires caution.
Consideration needs to be given to whether the validation conditions might support host/phage
replication and what the primary mechanism of pathogen removal will be. In terms of size, only the
Microviridae (®X174) are comparable with human enteric viruses. Being DNA-based, somatic phage
may be more robust than the RNA-based enteric viruses in terms of survival in the environment. The
method of Grabow et al. (1998) is recommended for somatic phage.

2.7.1.3 F-specific bacteriophage

F-specific bacteriophage have been utilised in wastewater treatment process analysis as a surrogate
for waterborne viruses with variable success. There are two types of F-specific phage. F-DNA phage
are large (>100nm) with a filamentous structure. F-RNA phage are small (24-26nm) round viruses
with a shape more similar to many of the enteric viruses. The presence of these two types can vary
depending on host species and environment, with similar numbers reported in environmental waters,

Methods for Pathogen Isolation, Culture, Detection and Enumeration Page 18



but 3-fold more F-DNA phage in samples from a wastewater treatment plant (Cole et al. 2003). The
survival of F-DNA and F-RNA in spiked lake water microcosms was similar at 4°C but varied for
different species for both groups at 20°C (Long and Sobsey 2004). The most robust F-specific phage
was the F-DNA phage M13, while the most robust F-RNA was MS-2 (Long and Sobsey 2004). With
the exception of M13, the other F-DNA behaved similarly to group 1V F-RNA, which were inactivated
rapidly at 20°C (Long and Sobsey 2004).

One of the most commonly used F-RNA in validation studies is MS-2, which has been suggested as a
conservative indicator because it is more chlorine and UV resistant than E. coli and poliovirus (Tree et
al. 2005). However, specific studies of treatment processes found no correlation between enteric
viruses and F-RNA or other traditional indicators (Harwood et al. 2005, Simpson et al. 2003), with
enteric viruses more greatly affected by filtration and disinfection compared with F-RNA (Harwood et
al. 2005). F-RNA have similar sensitivity to poliovirus when disinfected with chlorine (Duran et al.
2003).

F-specific phage, including both F-RNA and F-DNA phage, satisfy many of the criteria to be a useful
indicator. They are unlikely to replicate in the environment, requiring a host cell in log phase growth
(which requires a temperature >30°Cand specific nutrient requirements) for expression of the pilus to
which the phage attach (Grabow 2001, Woody and Cliver 1997). In addition, F-RNA are a similar size
to human enteric viruses and possess ssRNA genomes, comparable with many of the human enteric
viruses. F-RNA phage have been well studied, particularly as a biodosimeter for UV and as a
challenge organism for validation of ultrafilters. Another advantage of F-RNA phage is lower analysis
costs compared with culture or PCR-based detection of enteric wruses (Stewart-Pullaro et aI 2006)
Concentrations of F-RNA phage in waste influent were 10*°- 10° PFU/mL (AGWR, 2006; 10°-10" PFU
/L) and 10°°-10° PFU / mL in waste effluent (Lucena et al., 2004). The recommended method is the
double agar layer technique specified in the Standard Methods for the Examination of Water and
Wastewater (APHA 2012). This method has worked reliably at AWQC, provided care is taken in the
preparation of the host bacteria. The default method analyses a total volume of 10 mL (10 standard
agar plates, 1 mL of sample per plate), if that detection limit is not required, costs can be reduced by
analysing 1 mL only. Monitoring of F-specific phage may be sufficient for validation purposes,
especially if phage such as MS-2 are being spiked into the wastewater and so will be present at levels
that are orders of magnitude higher than the indigenous phage. If a specific count for F-RNA is
required then samples need to be analysed with and without RNase present in the medium, with the
number of F-RNA being the differential count between total F-specific phage (no RNase in medium)
and F-DNA phage (RNase in medium).

2.7.1.4 Numbers of viruses in wastewaters targeted for recycling

Virus numbers in wastewaters vary from plant to plant with the numbers influenced by (i) the inputs to
sewage (whether domestic, industrial wastes or a mixture of both), (ii) the incidence of disease within
the community (most enteric viruses are seasonal), (iii) the treatment processes used at the treatment
plant and (iv) the end point use of the water (this determines the level of treatment applied to the
wastewater). In the literature, this variation is also influenced by the concentration, recovery and
detection methods that are used for viruses. Few studies have investigated the removal of viruses
across the full treatment train with the inclusion of a large range of pathogens and indicators in the
assessment. The numbers of viruses in primary Wastewaters varies conS|derany and | ranges have
reported |n the AGWR, with enterokuses present at 10%10° /L adenowrus at 1010/ L, norovirus
at 10 10 / L, rotavirus at 10°-10°/ L, somatic coliphage at 10°-10°/ L and F-RNA coliphage at
10°-107/ L.

Estimated log;o removals of viruses and bacteriophage for individual processes are provided in Table
6. The virus logy, removals are process dependant and reductions are dependent on specific features
of the process, including detention times, pore size, filter depths and disinfectant type. When under
consideration by a state Department of Health, a system or process will be attributed the default
minimum log, credit listed in Table 7 unless it has been proven otherwise that greater removal of
inactivation is achievable. The default values are accumulated across the treatment train processes
for a total log;o removal achievable by the system with a maximum of 4 log,q credit attributed to any
single process. The level of removal required is dependent on the quality required in the product
water whether it be Class A, Class B or other.
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Table 7. Indicative log;, removals of enteric viruses and indicator organisms.

Indicative log,o removals®

Treatment Enteric Viruses Phage E. coli
Primary treatment 0-0.1 N/A 0-0.5
Secondary treatment 0.5-2.0 0.5-2.5 | 1.0-3.0
Dual media filtration with coagulation | 0.5-3.0 1.0-4.0 | 0-1.0
Membrane filtration 2.5->6.0 3.0->6.0 | 3.5->6.0
Reverse osmosis >6.0 >6.0 >6.0
Lagoon storage 1.0-4.0 1.0-4.0 | 1.0-5.0
Chlorination 1.0-3.0 0-2.5 2.0-6.0
Ozonation 3.0-6.0 2.0-6.0 | 2.0-6.0
UV light >1.0 adenovirus 3.0-6.0 |2.0->4.0
>3.0 enterovirus, hepatitis A virus

% Reductions depend on specific features of the process, including detention times, pore size, filter
depths, disinfectant. Adapted from AGWR (2006).

2.7.2 Bacterial Indicators

Enterococci/faecal streptococci have potential to be used for source tracking and do not appear to
multiply in municipal wastewater. Some reports question whether these are a good indicators for
pathogenic enteric bacteria and more information is required. Based on the limited information from
available studies, total coliforms appear to be worthwhile along with E. coli as a surrogate/indicator for
other enteric bacteria. Few of the microbiological indicators evaluated proved to be good predictors of
pathogen removal for full-scale treatment for wastewater. Coliforms generally correlated with E. coli
removal, but in most wastewaters E. coli is the dominant coliform so there is little advantage to test for
both (Keegan et al. 2009).

Particle profiling using a Coulter Counter Multisizer Il was used to determine the particle profile of
water samples (Chavez et al. 2004). A good correlation was found between the removal of particles
<8 microns and the removal of faecal coliforms and Salmonella spp (R2 =0.8217 and 0.7148
respectively). Using a LISST-100 Particle Size Analyser Type C (Sequoia, Redmond, WA, USA),
Keegan et al., (2009) reported no correlation between pathogen removal and the removal of particles
of any particular size category, but the data suggested a direct correlation between the volume of
particles removed and the numbers of pathogens removed across ASP.

2.7.3 Protozoan Indicators

In the absence of a better indicator, sulphite-reducing clostridia (SRC) are often used as an indicator
for protozoa. There are conflicting reports on their suitability as an indicator as well as some variation
in methodologies. A study investigating pathogen removal across activated sludge treatment for
different sites showed that SRCs and patrticle profiling generally provided a conservative measure of
removal comparable with Cryptosporidium (within the same order of magnitude), while Giardia cysts
were better removed at most plants (Keegan et al. 2009). However, more detailed comparison of
removal at a single site demonstrated a lack of correlation for Cryptosporidium and SRC, although the
correlation between SRC or particle removal with Giardia removal was good (Keegan et al. 2009).
The removal of SRC reported by Keegan et al (2009) was higher than that reported by Rose et al.
(2004), although the two studies reported similar removals for Cryptosporidium and Giardia. A strong
correlation has been reported between particle volume (2 — 14 micron size class) and
Cryptosporidium and Giardia numbers (Keegan et al. 2009).

Fluorescent microspheres are spherical micro particles having similar size and density characteristics
to microorganisms. They are available in a size range of 0.08-3,300 ym and are generally made from
latex or polystyrene. Fluorescent microspheres have successfully been used in the laboratory as a
surrogate for Cryptosporidium parvum oocysts in assessing disinfection employing ozone followed by
chlorine (Baeza and Ducoste 2004). They have also been used to successfully measure UV fluence
distribution to complement biodosimetry validation of a pilot scale UV reactor (Bohrerova et al. 2005).
They can provide a conservative estimate of C. parvum oocyst removal in hydrophilic negatively
charged filter media (e.g. sand) but are insufficiently conservative for hydrophobic media such as
GAC (Dai and Hozalski 2003). Although not present naturally in wastewater, they may be added to
treatment processes making them a possible model indicator. The cost of employing them in full-scale
processes, however, detracts from their use.

Methods for Pathogen Isolation, Culture, Detection and Enumeration Page 20



3 Virus method review

3.1 Summary

This section provides a review of methods used for virus concentration and detection and considered
factors affecting these processes. The nature of the sample matrix can have both positive and
negative impacts on virus recovery. Water with high turbidity and organic content may be challenging
to concentrate, especially for methods such as filtration. However, poorer water quality may overcome
losses of viruses due to adsorption to surfaces, with organics and other material providing a carrier
effect (Pang et al. 2012). Another key factor identified was nucleic acid extraction, which needs to
balance yield and quality since both of these factors influence assay sensitivity and the accuracy of
guantitation. Cell line selection is critical for optimal detection of infectious viruses and previous work
has reported that the inoculation method for virus cell culture influences detection rates (Keegan et al.
2012).

3.2 Concentration

Most virus recovery methods identified in this literature review had a focus on surface water or tap
water. One report described concentration of viruses from wastewater using a molecular weight cut-
off filter, followed by PCR-based detection and enumeration for adenovirus (Sidhu et al. 2013). The
sample volumes were relatively small, using Ultracel 50K molecular weight cut-off filters to
concentrate 10 mL of sample down to 750 uL. Different DNA extraction kits were evaluated, with the
Qiagen blood extraction kit providing the best overall performance, extracting a reasonable amount of
high quality DNA compared with the other kits evaluated. The combination of yield and quality was
important, resulting in the best detection of adenovirus by PCR. Kits with high yield but low quality
DNA gave similar or better results compared with kits with low yield and better quality.

The virus concentration method in use at AWQC, published in SWF 62M-2114, was originally
transferred from Sydney Water as part of a project funded by the Cooperative Research Centre for
Water Quality and Treatment. In brief, the method concentrates volumes of water 10 — 50L,
depending on turbidity, using Hemoflow F filters, which are polysulfone ultra-filters normally used for
blood dialysis. The method uses modified end-caps (designed by Sydney Water) for the filters, which
increase the inlet and outlet diameters and improve filter performance. Elution of the viruses (and
particulates trapped in the filter capillaries) uses back flushing with deionised water / carbonate buffer.
The eluate is further concentrated by precipitation using polyethylene glycol (PEG). An aliquot of the
final concentrate is filtered using a 0.2um syringe filter and the filtrate (containing virus) is then
analysed for infective viruses using mammalian cell culture or total nucleic acid is extracted and
viruses are detected using polymerase chain reaction (PCR) or reverse transcription (RT)-PCR. For
guantitation of RNA viruses by quantitative RT-PCR, RNA standards are produced using specially
modified primers that include a T7 promoter in the primer sequence, resulting in the production of
amplicons that can be used in a T7 in vitro transcription system to produce RNA copies of the
amplicon fragment (equivalent to virus RNA for that gene region).

Concentration methods were evaluated for virus recovery in project SWF 62M-2114. A 10 L sample of
secondary treated effluent (post ASP) was spiked with Coxsackie virus B5. The sample was split, with
9.25 L processed by the AWQC/Sydney Water method (ultra-filtration followed by PEG precipitation)
and the remaining 750 mL directly concentrated by PEG precipitation. Direct PEG precipitation
demonstrated a 10-fold improvement in recovery compared with filtration. Interestingly, most probable
number (MPN) counts were generally 2-fold higher than plaque counts. The reason for this is not
clear, possibly it is due to the better performance of inoculation using a centrifugation within the MPN
method. Taking the volume analysed into consideration, the two methods provided comparable
detection limits, with direct PEG being faster and cheaper (saving on the materials and labour costs
for the filtration step).

A recent review (Ikner et al. 2012) summarised methods for virus concentration and recovery from
water. For filtration methods, membrane charge was identified as a critical factor. Depending on
charge interactions, adsorption can be a major mechanism of virus retention, in addition to any
physical capture due to enmeshment in the filter matrix. The isoelectric point for most viruses is less
than 5 (Table 8), which means that viruses will be negatively charged in wastewaters, which are
usually between pH 7 and 8. Electronegative membranes are cost effective but require the use of
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cations to allow binding of viruses to the membrane (as in the above example using the CAE
negatively charged filters and Mg**). Electropositive membranes are more expensive but allow direct
filtration of samples without adjustment. Recovery of viruses requires pH adjustment to enhance
desorption from the membranes. An advantage of this approach is that filters with larger nominal pore
sizes (e.g. microfilters) can be used for sample concentration, which can be useful for processing
samples with higher turbidity. However, the impact of any pH changes or addition of cations on
downstream virus analysis needs to be considered. Ultrafilters, which have nominal pores sizes in the
same range as viruses, primarily rely on physical capture based on size, though adsorption can still
occur. For this reason, the elution technique is still critical to ensure release of any virus particles that
have adsorbed to the membrane surface. Recovery of different viruses using the same elution buffer

has been shown to be variable, which is likely to be a reflection of differences in virus size, charge
and composition. Another potential disadvantage of charged membranes is that they can co-purify
undesirable compounds, such as humic substances, which have similar isoelectric points (Table 9).

Table 8. Isoelectric points of Waterborne Viruses (from Keegan et al. (2012)).

Virus Virus Type Isoelectric point (pl)
Reovirus 3 Mammalian 3.8,4.0
Vaccinia Mammalian 3.9,4.8
Coxsackie A21 Mammalian 4.8,6.1
Poliovirus type 1 (Brunhilde) Mammalian 45,7.0
Poliovirus type 1 (Mahoney) Mammalian 8.2
Echovirus 1 (V248) Mammalian 5.0
Echovirus 1 (V212) Mammalian 6.4
Tobacco mosaic virus Plant 3.8,4.1
MS?2 Bacterial phage 3.9
T2 Bacterial phage 4.2
T4 Bacterial phage 4.2
QB Bacterial phage 4.1,5.3
Fr Bacterial phage 9.0

Note: More than one pl value shown for the same virus strain reflects results of different pl

measurement methods.

Table 9. Isoelectric points of common solids (from Keegan et al. (2012)).

Solid Solid type Isoelectric point (Ip)
Quartz Mineral 2.0-35
Kaolinite Mineral 2.0-4.6
Humic matter Organic <3.0
Cellulose nitrate Filter material 1.5-2.0

An important consideration for selection of an elution buffer is the nature of any downstream
applications. Some compounds can result in virus inactivation, cell cytotoxicity or PCR inhibition.
Glycine is effective for virus elution but the high pH used can cause virus inactivation. Beef extract
has also been successfully used for elution of viruses from charged membranes and ultrafilters but
there is some concern on the contribution of organics from this on PCR inhibition. Sulphuric acid has
been used for virus elution from electronegative membranes. Most recently, sodium polyphosphate
has been used successfully for virus recovery by elution / backwashing of ultrafilters and in
combination with glycine for elution from an electropositive membrane. Another factor that influences
virus recovery is the sample volume concentrated, with recoveries generally decreasing as the

volume concentrated increases. The reason for this was not considered by Ikner et al., (2012), but it is

possible that large volumes / long filter run times can lead to viruses becoming embedded in the filter
matrix or that other interactions with components in the water, such as particles, may lead to
aggregation and failure to isolate the viruses.

Secondary concentration methods identified in the review by Ikner et al., (2012) included aluminium
hydroxide precipitation, adsorption-elution and organic flocculation (PEG was not covered but it is in
use at the Sydney Water and AWQC laboratories and is described above). Organic flocculation has
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been reported to have variable recovery, thought to be caused by differences in surface properties for
the different viruses. Molecular weight cut-off filters have also been used for secondary concentration.
An advantage of molecular weight cut-off filters is that sample processing is relatively rapid and only
requires a centrifuge with the appropriate filter tube adaptors.

A method has been described for simultaneous concentration of viruses and protozoa from tap or
river water (Haramoto et al. 2012). This method uses an electronegative HA mixed cellulose ester
membrane (0.45um pore size, 47 mm diameter). Water samples have cations added (MgCl, was
identified as the most effective) to aid binding of target particles to the membrane, presumably by
overcoming any charge repulsion between negatively charged microorganisms and the negatively
charged membrane. Samples were eluted in a 15 mL volume, Cryptosporidium / Giardia samples
were resuspended into 10mL PBS. The eluted sample was centrifuged to concentrate the protozoan
(oo)cysts, with the resulting supernatant concentrated using molecular weight filters to isolate viruses.
Quantitative RT-PCR was used for poliovirus and Q3 phage (FRNA). Recoveries appeared to be
good, although volumes tested for recovery were relatively small (500 — 1000 mL). The method was
applied to wastewater (50mL raw and 800-1000mL secondary treated) but details of water quality was
not provided, making it difficult to anticipate relative method performance for different wastewater
matrices, which are generally more challenging to concentrate compared with tap water and surface
waters. The same type of filter has been used to concentrate pepper mild mottle virus from drinking
water sources (Haramoto et al. 2013).

Granular activated carbon (GAC) has potential for virus concentration, with a report of GAC (1 g/
500mL) being used to concentrate MS2 phage from seawater (Cormier et al. 2014). Best recovery
was observed at a pH of 6, with salinity having minimal effect. The incubation temperature was a
large factor affecting recovery, with highest virus numbers binding at 37°C. Elution required trypsin
and EDTA, potentially limiting the utility of this approach for concentrating viruses for cell culture
analysis. The viruses needed to be eluted prior to downstream analysis, with RNA extraction directly
from the GAC not successful using a QlAamp viral RNA mini kit.

Concentration and detection of enteric viruses in water (deionised, tap, river) has been assessed
using a positively charged NanoCeram 90mm disc filter (Pang et al. 2012). Variable recovery was
observed, depending on the water quality and virus. Norovirus recovery decreased as water quality
decreased (42 - 18%). In contrast, echovirus had higher recovery in raw water compared with pure
water (78-47%). Echovirus recovery was impacted by the numbers of virus in the sample, with poorer
recovery for lower numbers of virus, suggesting loss could be due to adsorption to surfaces. This
might explain the improved recovery of echovirus in dirtier water, with organic matter potentially acting
as a carrier / reducing losses due to binding to surfaces. Coxsackie and adenovirus recoveries were
not impacted by virus numbers, although adenovirus generally had poorer recovery in pure water (20-
50%) compared with Coxsackie virus (32-69%).

3.3 PCR-based Detection

Molecular assays are well established for the detection of human enteric viruses. The assays in use
at the AWQC are listed in Table 10. In some cases PCR-based methods are the only methods
available for virus detection because cell-based infectivity assays are not available, eg. noroviruses
require fully differentiated enterocytes for successful infection, such a culture system is not amenable
for a routine diagnostic assay. The key requirements for PCR-based detection of viruses are a robust
nucleic extraction technique that will provide sufficient yield / quality while removing PCR inhibitors
and appropriate positive control material / assay validation to determine method performance for a
given matrix. In the case of quantitative PCR or RT-PCR assays two key considerations are the use
of appropriate reference material for the preparation of standards and the incorporation of appropriate
controls to detect / correct for any PCR inhibition, which can impact the accuracy of quantitation.
Digital PCR (dPCR) is an emerging technique that allows absolute quantitation (without the need for a
DNA standard) and is claimed to be resilient in the presence of PCR inhibitors (Yang et al. 2014).
Provided an accurate DNA standard is used, conventional gPCR will provide comparable accuracy to
dPCR, but at lower cost for both equipment and materials/labour (Yang et al. 2014). A strength of
dPCR is in the preparation of reference material for gPCR.

A multiplex PCR assay is available for the simultaneous detection of adenovirus, enterovirus and HAV
(Formiga-Cruz et al. 2005). Evaluation of the performance of the assay demonstrated that detection of
adenovirus was not impacted by the presence of other viruses. However, detection of enterovirus or
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HAV was reduced in the presence of other viruses if there was a 2 or more log-fold difference in virus
numbers, with the virus at lower concentration not being detected. This PCR method was used to
analyse raw sewage samples (42 mL), which were concentrated by ultracentrifugation. Viruses were
eluted from the pellet using a glycine buffer, followed by additional concentration by
ultracentrifugation. This method will not be useful for processing larger sample volumes and requires
access to an ultracentrifuge, which are not standard equipment in most water testing laboratories but
should be available in any university. Nucleic acid extraction was via a published method using silica
powder and guanidine thiocyanate, which is the same basic principle by which most commercial kits
work. The multiplex assay had a 5 — 10 fold decrease in sensitivity for sewage extracts, likely due to
either the presence of interfering substances not removed by the extraction method used or poorer
performance of the extraction method for sewage concentrates (or a combination of both). In terms of
extraction, Jebri et al. (2014) compared extraction methods for detection of enteroviruses and phage
in sludge. The matrix is not relevant to this project but it is noteworthy that RNA extraction was via the
QIAamp viral RNA Kkit.

Table 10. Primers currently in use at AWQC.

Primer

Virus Name Type Sequence Ref

Poliovirus ENT1 Forward 5-GGCCCCTGAATGCGGCTAAT-3 1
ENT?2 Reverse 5-CACCGGATGGCCAATCCAA-3 1
ENTERO  Tagman g I—_iFQAll\flg—,CGGACACCCAAAGTAGTCGGTTCCG— 1
Reovirus Reol 3f Forward 5-CAGTCGACACATTTGTGGTC-3’ 2
ReolL3r Reverse 5-GCGTACTGACGTGGATCATA-3’ 2
Group Il 5-CARGARBCNATGTTYAGRTGGATGAG-3’
. GlIf Forward 3
Norovirus
Glir Reverse 5-TCGACGCCATCTTCATTCACA-3 3
NORO Tagman 5-FAM-GAGGGCGATCGCAATCT-BHQ1-3’ 4
Adenovirus AQ1l Forward 5-GCCACGGTGGGGTTTCTAAACTT-3 5
AQ2 Reverse 5-GCCCCAGTGGTCTTACATGCACATC-3’ 5
5'-FAM-
Adeno Tagman TGCACCAGACCCGGGCTCAGGTACTCCGA-BHQ1- 5
3!
Rotavirus MRD145 Forward 5-GCTGGCGTGTCTATGGATTCA-3’ 6
MRD155 Reverse 5-CAAAACGGGAGTGGGGAGC-3 6

1 Donaldson et al. (2002)
2 Spinner (2001)

3 Trujillo et al. (2006)

4 Radcliff pers comm.

5 Heim et al. (2003)

6 Fout et al. (2003)

Another multiplex assay for HAV and norovirus has been described for shellfish and water samples
(Fuentes et al. 2014), using Probit analysis to determine the limit of detection (LOD) of the assay.
Zeta plus filters were used to concentrate river water samples, these filters are positively charged
cellulose membranes that are relying on virus adsorption since the smallest pore size of these filters
(based on the manufacturer’s information) is nominally 0.5 um. To improve detection of norovirus in
water Gregory et al., (2011) developed a synthetic norovirus standard and a competitive internal
positive control. The inclusion of the control did not appear to impact sensitivity, with a reported KOD
of 5 copies / reaction and the limit of quantification (LOQ) being 50 copies / reaction (Gregory et al.
2011).
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3.4 Cell culture

Numerous cell lines are used for the detection of infectious viruses (Table 11). The cells are generally
from the type of organ that would be infected in the host animal and all of the cell lines in use either
are cancer cell lines or are transformed cell lines. This means that the cell lines can be serially
cultured and do not die after certain number of cell divisions (as would be the case with cells directly
isolated from an organ, known as a primary cell line). In the case of the cell lines used for the
detection of human enteric viruses, these cells form monolayers that adhere to the surface of the
culture plate. Mammalian cell culture requires a dedicated clean laboratory and adherence to strict
protocols to minimise contamination of the cultures by bacteria or fungi, which can rapidly outgrow the
mammalian cells and will kill them or otherwise impair the assay. Virus infectivity is typically measured
by observing the host cells for any evidence of death or morphological change, known as cytopathic
effect. The type of cytopathic effect can be diagnostic for infection by particular viruses. Confirmation
of infection by a particular virus can be done using PCR-based assays.

Table 11. Summary of cell lines used for virus culture.

Virus Cell Line Reference
Echovirus BGM Pang et al. 2012
Poliovirus BGM ! Keegan et al. 2012

PLC/PRF/5 2 Keegan et al. 2012
Coxsackie MA104 Pang et al. 2012
e o
PLC/PRF/5 2 Keegan et al. 2012
Adenovirus 41 MA104 Pang et al 2012
LLK Sidhu et al 2013
A549 " Formiga-Cruz et al. 2005
PLC/PRF/5 2 Keegan et al. 2012
Adenovirus 2 A549 " Keegan et al. 2012
PLC/PRF/5 Keegan et al. 2012
Hepatitis A Vero Formiga-Cruz et al. 2005
FRhK-4 Fuentes et al. 2014

" Based on AWQC research, this is the recommended cell line for inactivation or removal studies when large cell
numbers are required due to the faster growth of this cell line

2 Based on AWQC research, this cell line provides the best recovery and so is recommended for analysis of
wastewater samples to detect infectious virus

Aside from detection / enumeration of infectious viruses, cell culture is also used to propagate viruses
for use as controls or use in experiments such as disinfection or filtration trials. It is important to note
that not all viruses produced in cell culture are infectious. Virus quantitation by transmission electron
microscopy has been compared with enumeration of infectious viruses determined using the TCIDs
(infectious dose required to infect 50% of wells inoculated) for canine adenovirus and feline calicivirus
(Malenovska 2013). This report demonstrated that production of virus through culture resulted in a
stable ratio of infectious virions to total virus particles, with an approximate 2 log difference. This
means that the measurement method will affect the number of viruses enumerated, with infectivity
providing a lower number of viruses compared with direct enumeration by microscopy of PCR, even
for freshly cultured viruses. In the study of Malenovska et al., (2013), virus particles remained intact
but lost infectivity after prolonged exposure to 37°C in culture medium. This is an important
consideration for the production of viruses in culture, with a specific window for harvesting infectious
virus particles to provide the maximum vyield of infectious viruses.
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Cell lines were evaluated for infection by particular viruses in project SWF 62M-2114. The yields of
Coxsackie virus and poliovirus in BGM and PLC/PRF/5 cells were comparable. However, the yields of
adenovirus 40 and 41 were 1 to 2 orders of magnitude better using PLC/PRF/5 cells compared with
BGM or A549. For detection of adenovirus 2, which is a respiratory adenovirus, detection in
PLC/PRF/5 was slightly better than in A549. However, A549 is a faster growing cell line and more
amenable for high volume screening, so is recommended for the detection of adenovirus 2. This
study also evaluated modifications to the inoculation technique to improve virus recoveries. Reduction
of the inoculum volume improved recovery from 1% to approximately 30%. Centrifugation of the
plates after inoculation also increased recovery, from 1% to approximately 50%. The change in
inoculum volume presumably had an effect on cell surface area to volume ratio, which may have
increased contact between viruses in the medium and cells on the plate surface. The reason for the
improvement using centrifugation was not clear. The speed used would be insufficient to affect the
viruses unless the viruses were aggregated or attached to particles in the medium. The particle size in
the virus preparation should be less than 0.2 um, which is the pore size of the filter used to prepare
the viruses recovered from cell culture or from sample concentrates. The report used the
centrifugation technique for MPN counts but not for plaque assays, expressing concern of reduced
counts due to virus aggregation. However, this was not investigated to determine if it was a valid
limitation.

The cell line used for virus detection has been shown to be critical ((Keegan et al. 2012)). Testing of
secondary treated effluent demonstrated consistent detection of adenovirus using PLC/PRF/5, while
only 1/4 samples were positive using A549 cells and none were detected using BGM. The cell line
evaluation demonstrated a 10-fold difference between PLC/PRF/5 and A549, but the performance of
A549 was poorer for real samples (all samples should still have been positive for the A549
considering that the results for PLC/PRF/5 were 30 MPN/L or higher). Infectious enteroviruses were
not detected in secondary treated effluents that were positive for infectious adenovirus. Screening of
secondary treated effluents from a wider range of locations using PCR assays supported the absence
of enteroviruses in the concentrates, with adenoviruses detected in the majority of samples (Table
12). Norovirus and rotavirus were also detected in approximately half of the samples. Detection of
reovirus appeared to be highly variable, with high numbers (108) or no virus detected in samples from
the same location.

Table 12. Virus genomes detected in secondary treated effluent from 5 Australian WWTPs
adapted from (Keegan et al. 2012).

Sample Adenovirus  Enterovirus Reovirus Norovirus Rotavirus F-RNA
Location genomes/L genomes/L genomes/L genomes/L  genomes/L phage/L
A 1.59 x 105 0 3.7 x 108 2.7 x 105 1.63 x104 5.0 x 105
A 9.3x 106 0 0 2.0x 103 >6.0 x 103 3.7x104
B 2.8 x 105 0 1.16 x 108 2.3x104 1.05x 104 5.0 x 103
C 8.1 x 105 ND ND ND ND ND
D 1.7 x 106 ND ND ND ND ND
E ND* ND ND 4.0x 103 ND 2.1x101

1 ND - not detected
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4 Evaluation of methods for virus and
Cryptosporidium concentration

4.1 Introduction
4.1.1 Culture methods

The literature review identified areas for improvement in sensitivity/recovery: using different cell lines;
using smaller inoculation volumes or centrifugation of the sample onto the cell culture plate; testing
the influence of metal cations on virus infection rate. The verification of these findings was the focus
of the virus methods research.

4.1.2 Recovery methods

The current method used to concentrate large volumes uses HF80 ultra filters (normally used for
dialysis), which are no longer readily available. Similar filters used in the literature are also not
available (eg the filters used in work published in recent years by the Centres for Disease Control in
the USA). A new filter has been sourced (FX80), which has the same filter material but different filter
housing fittings. Trials were conducted to compare the old and new filters as part of the research
investigating virus recovery rates.

Earlier research at AWQC suggested that direct PEG precipitation provided good recoveries and
equivalent detection limit to filtration/PEG of larger volumes (Keegan et al. 2012). This work was
repeated to compare recovery rates in wastewater effluent. PCR assays were initially used for virus
enumeration, followed by cell culture using the most appropriate cell lines identified in the culture
methods research.

Previous Cryptosporidium method development at AWQC has shown that dilution of primary effluent
in a larger volume (e.g. 500 mL into 10 L) followed by primary concentration and purification using
immunomagnetic separation (IMS) provides better recovery rates than direct centrifugation/IMS of
effluent. Experiments were conducted to verify method performance using Bolivar primary effluent.
This work was originally planned to be done using HF8O0 filters, but given the stock availability issue,
this was done using calcium carbonate flocculation (the standard AWQC NATA accredited method)
and Envirochek filters (one of the filters validated for use in US EPA methods 1622 and 1623 for
concentration of Cryptosporidium in water samples).

Virus stability in samples has previously been identified as an issue for virus analysis. Once the
concentration method has been selected, sample stability will be assessed. This area of research will
be of primary relevance in cases when validation locations requires significant transport (eg overnight
shipping) to testing laboratories and sample holding times may exceed 24 hours before processing.
Time limitations did not allow an extensive investigation of this subject.

Ideally data will be gathered from this research to demonstrate recovery rates. The original proposal
mentioned development of an internal recovery control for viruses. However, this is not feasible within
the project timeframe. It is possible that artificial nanoparticles could be used as a future recovery
control, considering recent work using these as surrogates for groundwater studies (Farkas et al.
2015, Pang et al. 2014).

4.1.3 PCR methods

During the scoping of this work it was originally proposed to review / evaluate PCR assays used for
virus detection. However, the literature review did not identify this as a major need, with many virus
PCR assays well established in the literature and in use by the partner laboratories participating in
this project. The virus PCR assays in use at AWQC and CSIRO are being routinely used for research
projects and do not appear to require further assay development. Furthermore, a standard operating
procedure for using an adenovirus TagMan assay was recently published as part of Water RA project
1035, addressing some of the concerns regarding the virus PCR assays that were the original reason
for the inclusion of this module in SP5.
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The existing PCRs will be used in the method evaluation and inter-laboratory trials as one of the
analyses, so PCR will be part of the project but not as method development.

4.1.4 Inter-laboratory method comparison

A series of inter-laboratory trials was originally planned to allow method comparison, identify
opportunities for development of methods and to provide guidance on method suitability for different
wastewater matrices. Since the start of the project, an additional laboratory has agreed to participate
in the method comparison. However, due to time constraints this component of the project has been
limited to a single round of testing using primary and secondary wastewater from a single location.
The scope of the trial was to compare the performance of the methods in use at CSIRO, AWQC and
Sydney Water laboratories for the concentration and detection of human enteric viruses (adenovirus
and enterovirus) and Cryptosporidium.

4.2 Materials and Methods

4.2.1 Source water

Primary settled wastewater and secondary treated wastewater was collected from the Bolivar
wastewater water treatment plant (South Australia). Typical water quality data for primary and
secondary effluent from this site are presented in Table 13.

Table 13. July 2015 average wastewater quality data for Bolivar primary and secondary
effluent.

Analyte Primary effluent Secondary effluent
BOD (mg/L) 213 9.8
COD (mg/L) 485.5 99.5
Total P (mg/L) 8.3 15
Ammonia (mg/L) 41.7 0.2
TKN (mg/L) 70.7 243
SS (mg/L) 128 10.7
pH 73 73

4.2.2 Virus concentration

4.2.2.1 Filtration

Samples (10 L) were concentrated using Hemoflow® hollow-fibre ultra-filtration dialysis filters (HF80S,
Fresenius Medical Care) with modified end caps to improve filter performance (developed by Sydney
Water). The sample was pumped through the filter using a peristaltic pump at a flow rate of
approximately 0.4 L/min. The filter was back-flushed with carbonate buffer (500 mL, pH 9.6) and all
liquid dispelled with nitrogen gas. Due to the limited availability of the HF8O filters in Australia, an
alternative filter (FX80, Fresenius Medical Care) was trialled. These filters have a fixed case and small
diameter inlet / outlet that could not be modified. The tubing from a dialysis pack (that fits the
proprietary connectors on the filter) was adapted to fit a small peristaltic pump, and the flow rate was
adjusted manually to between 0.2 — 0.4 L/min.

4.2.2.2 PEG precipitation

The filter eluate or primary effluent (up to 0.5 L) was concentrated by adding polyethylene glycol 6000
(8% wiv), tween 80 (1% wi/v) and calcium chloride (0.5% w/w). After stirring overnight at 4°C, the
material was centrifuged (11,344 x rcf 60 min in a Sorvall Evolution with a SLC-6000 rotor) and the
pellet resuspend in minimal essential medium (Life Technologies, 40 mL). The suspension was
sonicated in an ultrasonic bath (NEY Ultrasonik 57X) for 1 min and place in a flask shaker for 15 min.
Centrifugation (6,196 x rcf 30 mins, Sorvall Evolution with a SS34 rotor) pelleted the suspended solids
and the concentrated supernatant was stored at -80°C until nucleic acid extraction. Note: during
method documentation for this report a training error was identified, the speeds used in experiments
contained in this report were 7,250 rpm (converted to rcf above), these speeds should have been rcf
as per Keegan et al (2012).
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4.2.2.3 Laboratory 2 concentration methods

Primary Effluent: For adenovirus, 10 mL of primary effluent was concentrated using an Amicon ultra
centrifuge filter (30 K). The sample was centrifuged at 4,750 rpm for 30 mins to obtain a final volume
of 180-200 pL. Triplicate samples were used for each primary effluent sample [non-spiked (n = 2) and
spiked with CB (n = 2)]. For enterovirus, primary wastewater samples were concentrated and purified
with Amicon® Ultra centrifugal filters (Ultracel-50K) (Millipore, Billerica, MA) in triplicate. Briefly, 20
mL sample was centrifuged at 4,500 rpm for 5 minutes at 4 °C and the resulting supernatant was
added to an Amicon® column and centrifuged at 1,000 rcf for 10 min to obtain a final volume of 1,000
uL, which was then mixed with the pellet from the initial centrifugation step and frozen at -80 °C prior
to batch processing.

Secondary Effluent: A 10 L secondary effluent sample was concentrated using hollow-fibre
ultrafiltration using a Hemoflow FX 80 dialysis filters (Fresenius Medical Care, Lexington, MA, USA).
The sample was amended with a solution of sodium polyphosphate (NaPP; Sigma #305553) to
achieve a final concentration in the water samples of 0.01% w/v. Each secondary effluent sample was
pumped with a peristaltic pump in a closed loop with high-performance, platinum-cured L/S 36
silicone tubing (Masterflex; Cole-Parmer Instrument Co.). Tubing was sterilized by soaking in 10%
NaClO for 10 min, washed with sterile distilled water, and autoclaved at 121°C for 15 min. The sample
was concentrated to approximately 150 to 200 mL, depending on the turbidity. A 500-mL elution
solution consisting of 0.01% Tween 80, 0.01% NaPP, and 0.001% Antifoam A was recirculated
through the ultrafilter for 5min, according to Hill et al. (2007), and then allowed to concentrate to 150
mL-200 mL. This elution solution was added to the concentrated sample to achieve a final volume of
approximately 320-500 mL. A new filter cartridge was used for each sample. Secondary concentration
of viruses in the concentrate was performed by using 50 mL from each sample, centrifuging at 4,750
rpm for 10min to obtain a pellet. The pellet was retained and the supernatant was passed through the
JumboSep filtration device (100 K MWCO, Pall, Australia). The final JumboSep concentrate (2-3 mL)
was combined with the pellet. From the combined sample, 200 pL was used to extract DNA using
Blood and Tissue Kit (Qiagen). A total of 4 DNA samples was extracted from 4 secondary effluent
samples.

4.2.2.4 Laboratory 3 concentration methods
Samples were concentrated as described in 4.2.2.1 and 4.2.2.2, except that up to 1 L of primary
effluent was used for concentration (rather than 0.5 L).

4.2.3 Human enteric virus culture

4.2.3.1 Cell lines

The cell lines used for this project are listed in Table 14. Cells were cultured in complete Eagle’s
minimum essential medium (MEM; Gibco) supplemented with 10% foetal bovine serum (FBS; Gibco),
2 mM L-glutamine and 10 mM non-essential amino acid (NEAA; Gibco).

Table 14. List of cell lines used in this project.

Cell line Cell type Origin
A549 Human lung adenocarcinoma ATCC (CCL-185)
BGM Buffalo Green Monkey Kidney = Commonwealth Serum Laboratories
HEp- 2 Human larynx epidermoid ATCC (CCL-23)
LLC-MK2 Rhesus Monkey Kidney ATCC (CCL-7)
MRC Human foetal lung fibroblast ATCC (CCL-171)
PLC/PRF/5 Human liver ATCC (CRL-8024)
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4.2.3.2 Virus culture

Virus stocks were prepared by infecting cells in culture. Confluent cell monolayers in 175 cm® flasks
were rinsed with Phosphate Buffered Saline (PBS) and infected with respective virus at a
concentration of approximately 1 multiplicity of infection, diluted in 3 mL media without foetal bovine
serum (FBS). The flasks were incubated at 37°C in a CO, incubator for 90 minutes with rocking every
10 minutes, after which the inoculum was replaced with 15 mL of complete media. Infected flasks
were incubated at 37°C in a CO; incubator until >90% cell monolayer destruction, due to cytopathic
effect (CPE), was observed. One to three freeze-thaw steps were performed to release virus particles
from host cells. The supernatant was centrifuged at 4°C and 10,000 rcf for 10 minutes to remove cell
debris. Further purification was accomplished by filtering supernatant through a 0.2 um Acrodisc
syringe (Pall Life Sciences, USA). All viral stocks were titrated using the plaque assay method as
described below and stored in 1 mL lots at -80°C.

Coxsackie B5 (CB5) (ATCC VR-185) was cultured in buffalo green monkey kidney (BGM) cells;
adenovirus 2 (Ad 2) was originally obtained from the National Institute of Allergy and Infectious
Diseases (NIAID) and cultured in human lung adenocarcinoma epithelial (A549) cells. All viral stocks
were titrated using a previously described plaque assay method (Kahler et al. 2011). Overnight
confluent cell monolayers were washed and infected with 100 or 200 WL of serially diluted (10™ — 10°®)
supernatant or sample as described above. Following infection, inoculum was removed and cells
were washed and overlaid with 2 or 4 mL of a 1:1 mix of 2% SeaPlaque Agarose (Lonza Rockland,
Inc, USA) and 2X MEM plus 10% FBS. Agarose was allowed to set, and plates were inverted and
incubated at 37°C for 3 or 10 days for CB5 or Ad 2 respectively. After appropriate incubation time,
cells were fixed with 1% formalin for 30 minutes. The overlaid agar was removed and cells were
stained with 0.2% crystal violet and rinsed with distilled water to visualise the plaques. Levels of
infectious virus were reported as PFU per mL.

4.2.3.3 Enumeration of viruses by plaque assay

Sample concentrates were assayed for infectious viruses using a plaque assay in 12 or 6 well tissue
culture plates. Overnight confluent cell monolayers were washed and infected with 100 or 200 uL of
serially diluted (10" — 10®) sample concentrate. Following infection, inoculum was removed and cells
were washed and overlaid with 2 or 4 mL of a 1:1 mix of 2% SeaPlaque Agarose (Lonza Rockland,
Inc, USA) and 2 x MEM plus 10% FBS (for adenovirus an additional 25 mM MgCl, was added to the
medium (Williams 1970)). After the agarose had set, plates were inverted and incubated at 37°C for 3
or 10 days for enterovirus or adenovirus respectively. After the appropriate incubation time, cells were
fixed with 1% formalin for 30 minutes. The overlaid agar was removed and cells were stained with
0.2% crystal violet and rinsed with distilled water to visualise the plaques. Levels of infectious virus
were reported as PFU per mL. The reproducibility of the plague assay results was determined in
triplicate.

4.2.3.4 Enumeration of viruses by most probable number

The most probable number (MPN) for enteroviruses and adenoviruses was calculated using the MPN
General Purpose program by Hurley and Roscoe (Hurley and Roscoe 1983). Four replicate wells
were inoculated for each dilution and the number of wells displaying cytopathic effect were scored as
positive/negative and entered into the MPN program for determination of virus MPN / L.

4.2.3.5 Laboratory 3 method for virus enumeration

Quantitative estimation of culturable adenovirus and enterovirus from primary and secondary effluents
was performed by the Cell Culture Most Probable Number (MPN) method. Aliquots of the supernatant
from filtration PEG (secondary effluent) or direct PEG (primary effluent) was divided and used to
inoculate cultured cells derived from monkey kidney cells (LLCMK2), human epithelial cell lines (Hep-
2) and human foetal lung fibroblast cell line (MRC5).The inoculated cells were incubated at 37°C and
examined regularly under an inverted microscope for up to a month for signs of virus specific
Cytopathic effect (CPE). Most Probable Number Infectious Units (MPNIU) of adenovirus and
enterovirus for the sample was calculated from the number of CPE positive tubes as per MPN
calculations (APHA Standard Methods 22™ edition).
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4.2.4 PCR detection of viruses

4.2.4.1 Nucleic acid extraction

Laboratory 1: Viral nucleic acid was extracted directly from 200 uL of sample or sample concentrate
using the QlAamp DNA extraction kit (Qiagen, Germany) for DNA viruses and the QlAamp Viral RNA
extraction kit (Qiagen, Germany) for RNA viruses, both according to the manufacturer’s instructions.
Laboratory 2: Viral DNA was extracted directly from 200 uL of sample or sample concentrate using
the DNeasy Blood and Tissue kit (Qiagen, Germany) according to the manufacturer’s instructions. Fpr
RNA extraction, 280 uL of sample was extracted using the QlAamp Viral RNA extraction kit (Qiagen,
Germany).

4.2.4.2 Enterovirus reverse transcription gPCR

Laboratory 1: One step RT-PCR, originally described by Donaldson et al (2002), was performed to
detect and quantify enterovirus (coxsackie CB5). Sample extract (5 pyL) was added to a mastermix
(25 L final volume) containing 0.2 mM dNTP mix (Applied Biosystems Pty Ltd., Scoresb¥, VIC,
Australia), 3 mM MgCl2, 1 x PCR buffer (Applied Biosystems), 2.5 units of Amplitag Gold " DNA
Polymerase, 0.6 uM ENT1 (5-GGCCCCTGAATGCGGCTAAT-3’) and ENT2 (5'-
CACCGGATGGCCAATCCAA-3’) primers, 5 units MuLV Reverse Transcriptase (Applied Biosystems),
20 units of RNAse Inhibitor (Applied Biosystems), and 0.4 uM of Entero TagMan probe (5’-FAM-
CGGACACCCAAAGTAGTCGGTTCCG-BHQ1-3). Reverse transcription was performed at 43°C for
30 minutes, followed by heat treatment at 95°C for 10 minutes, followed by 45 cycles of; 95°C for 10
seconds, followed by 55°C for 15 seconds and 72°C for 15 seconds. Reactions were performed on
either a RotorGene 6000HRM (Qiagen) or a Light Cycler 96 (Roche). Signal was acquired on the
Green (FAM) channel. Positive control material utilised was CB5 stock virus, batch date 22.7.2013.
DNA standards for quantitation were produced by purifying the CB5 RT-PCR amplicon, determining
the concentration of the purified DNA and then converting this first to molarity using the molecular
weight of the amplicon (size = 192 bp) and then to copy number using Avogadro’s number.

Laboratory 2: The oligonucleotide primer and probe sequences used for enteroviruses detection are
previously published (Katayama et al. 2002, Shieh et al. 1995). In brief, forward primer was
CCTCCGGCCCCTGAATG, reverse primer ACCGGATGGCCAATCCAA, and probe internal
oligoprobe was (FAM)CCGACTACTTTGGGTGTCCGTGTTTC (TAMRA). One step qRT-PCR assays
were performed in 20 pL reaction mixture using iScript RT-PCR probe mix (Bio-Rad, Hercules, CA,
USA). Quantitative RT-PCR reactions were performed on Bio-Rad CFX96 (Bio-Rad, Hercules, CA,
USA). In order to improve detection of the enterovirus two step RT-PCR was also performed in
addition to single step RT-PCR. Inthe RT step 5 pL of the extracted RNA with random primers
(Invitrogen). Two step RT-PCR was performed with SuperScript™ 11l First-Strand Synthesis SuperMix
for gRT-PCR (Invitrogen) for the generation of cDNA. In the second step 2 L of the cDNA was used
to set up gPCR assays (20 pL reactions) using Sso Advanced™ Universal Probe Supermix (Bio-Rad
Laboratories). All PCR/RT-PCR assays were performed in 20 uL reactions. The reaction mixtures
contained 10 uL of respective RT/PCR mixture, 250 nM of each forward and reverse primers and 250
nM of probe, RNase inhibitor (40 U / uL) (Roche Diagnostics). The temperature cycle used for RT-
PCR reaction was as follows: 30 min of reverse transcriptase at 50°C to create cDNA copies of RNA,
then 45 cycles of 95°C for 30s, 55°C for 20s, and 68°C for 20s.

4.2.4.3 Adenovirus gPCR

Laboratory 1: Adenoviruses were detected using a Tagman PCR originally described by Heim et al
(2003). The 25 pL reaction included 1 x FastStart Essential Probe Master (Roche), 0.5 uM each of
forward primer AQ1 (5’-GCCACGGTGGGGTTTCTAAACTT-3’) and reverse primer AQ2 (5'-
GCCCCAGTGGTCTTACATGCACATC-3), 0.3 uM Adeno Tagman probe (5’-FAM-
TGCACCAGACCCGGGCTCAGGTACTCCGA-BHQ1-3") and 5 uL DNA. Taqg DNA Polymerase
activation was performed at 95°C for 6 minutes, followed by 60 cycles of 94°C for 5 seconds, 59°C for
20 seconds, and 72°C for 10 seconds. Amplifications were performed on either a RotorGene
6000HRM (Qiagen) or a Light Cycler 96 (Roche). Signal was acquired on the Green (FAM) channel.
Positive control material was extracted from adenovirus type 41 (ATCC VR-930). For quantitative
PCR known numbers of plasmid containing the AQ1/AQ2 fragment were used for the PCR standards.

Laboratory 2: Standards for qPCR of HAdVs were prepared from plasmid DNA, ranging from 3 x 10°
to 3 x 10" (Ahmed et al., 2015). Primers and probe used for the HAdV qPCR were: F:GCC ACG GTG
GGG TTT CTAAAC TT, R: GCC CCA GTG GTC TTA CAT GCA, P:FAM-TGC ACC AGA CCC GGG
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CTC AGG AGG TAC TCC GA BHQ1 (Heim et al. 2003). qPCR was carried out by using
SsoAdvanced™ Universal Probe Supermix (Bio-Rad Laboratories). The qPCR mixtures contained 10
ul of Supermix, 250 nM concentrations of each primer, and 3 pl of template nucleic acid. For each
PCR run, corresponding positive (i.e., target DNA) and negative (sterile water) controls were included.
The thermal cycling conditions were: 10 min at 95°C, followed by 40 cycles of 15 s at 95°C, 20 s at
60°C, and 20 s at 95°C (Ahmed et al. 2015).

4.2.5 Cryptosporidium concentration
4.2.5.1 Filtration using Envirochek filters

Envirochek capsule filters (Pall Gelman) were used to concentrate 10 L secondary effluent samples
following the manufacturer’s instructions. Briefly, samples were filtered at a flow rate of 2 L / s,
connected to a pressure regulator to limit the pressure to <30 psi and a flow restrictor to limit the flow
rate to 2 L / s. A variation of the method of Pezzana et al. (2000) was used for filter elution, which
itself is based on the manufacturer’s instructions. Elution buffer (10 mM Tris pH 7.4, 2mM EDTA,
0.1% (w/v) Laureth 12, 0.015% (v/v) Antifoam A made up in deionised water) was added to the filter
to approx. 10 mm above the pleated filter module (holding the filter vertically). The filter was allowed
to stand vertically for 15 min, inverted and left to stand vertically for further 15 min and then decanted
into a centrifuge tube. Elution buffer was again added to the filter and the filter was vortexed 3 times
for 30 s (upright, inverted then upright) and the buffer decanted into the same centrifuge tube. Elution
buffer was added to the filter (as above) and the filter was shaken on a wrist action shaker at 600 rpm
for 5 min, then turned 90° and shaken for a further 5 min at the same speed. This eluate was also
added to the same centrifuge tube as previous. Centrifugation of the eluate was as per 4.2.3.3.

4.2.5.2 Calcium carbonate flocculation

A NATA accredited commercial in confidence method was used by laboratory 1 to concentrate
samples using calcium carbonate flocculation. This protocol was originally described by Vesey et al.
(1993). Briefly, 10 L of water sample (or 0.5 L primary effluent + 9.5 L reagent water) was decanted
into a container (volume determined by weight), followed by addition of ColorSeed (to allow
determination of oocyst recoveries), then addition of 100 mL of 1 M CacCl, with thorough mixing and
addition of 100 mL of 1M NaHCO; with thorough mixing. The pH was increased to 10 using NaOH.
Following dosing, the water sample was allowed to stand overnight to allow for the sedimentation of
the flocc containing any oocysts present. The supernatant was removed by aspiration and the pellet
then dissolved in 200 mL of 10% sulphamic acid. Particulates (including any oocysts) were
concentrated by benchtop centrifugation (4.2.3.3), with the resulting pellet being washed in phosphate
buffered saline to remove residual acid. Once the pH was near neutral the oocysts were further
purified using immunomagnetic separation (IMS).

4.2.5.3 Centrifugation

Primary effluent, or filter eluate or redissolved flocc were centrifuged at 2200 rcf for 20 min with no
braking to obtain a pellet. The supernatant was aspirated, leaving sufficient volume not to disturb the
pellet. The pellet was resuspended in the remaining supernatant, transferred to one or more 50 mL
tubes and centrifuged at 2200 rcf for 10 min with braking. The supernatant was aspirated and the
pellet weighed prior to resuspension for IMS.

4.2.5.4 Dynal Immunomagnetic separation

Concentrates containing oocysts were further purified using a Cryptosporidium IMS kit (Dynal)
following the manufacturer’s instructions. The sample pellet (0.5 mL packed pellet volume) was
resuspended up to a volume of 10 mL using phosphate buffered saline. One mL each of 10x SL-
buffer-A and 10x SL-buffer-B were added to a flat-sided Dynal tube, followed by addition of the 10 mL
sample concentrate and 100 pL of well mixed Cryptosporidium Dynabeads. The tube was mixed on a
rotator at 18 rpm for 1 hr at room temperature. Following mixing, beads were captured using a
magnetic particle concentrator as per the manufacturer’s instruction. The captured beads were either
processed as per 4.2.4 or dissociated from the beads (using 50 pL of 0.1 N HCI for 10 min, with the
supernatant without beads transferred to a fresh tube containing 5 pL of 1.0 N NaOH) and
enumerated by fluorescence microscopy.

4.2.5.5 Laboratory 2 concentration methods

Due to a technical failure the Laboratory 2 Cryptosporidium samples were not included in this study.
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4.2.5.6 Laboratory 3 concentration & enumeration methods

Secondary effluent samples (10 L) were filtered through polycarbonate membrane (293mm, 2.0um
pore, Osmonics, USA) placed in a flatbed membrane filtration apparatus attached to a peristaltic
pump (Watson Marlow 620S). The residue from the membrane was scraped using a small rubber
squeegee and eluted to a 50 mL centrifuge tube with elution buffer (0.05% Tween® 80 (v/v), 2mM
(TSPP) made up in DI water). The tubes were centrifuged at 1730 x rcf for 10 minutes at 4°C. The
pellet was resuspended in 50 mL suspension buffer (5%w/v BSA; 0.05% w/v sodium azide; 0.05%
Tween® 80; 2mM TSPP) then centrifuged at 1730 x rcf for 10 minutes at 4°C and aspirated to 5 mL.

Primary effluent samples were concentrated by centrifugation. Briefly, the sample was centrifuged at
5000 x rcf for 30 minutes at 4°C. The supernatant was aspirated and the pellet mixed with 50 mL
elution buffer. The sample was further centrifuged at 1730 x rcf for 10 minutes at 4°C. The pellet was
resuspended in 50 mL suspension buffer, then centrifuged at 1730 x rcf for 10 minutes at 4°C and
aspirated to 5 mL.

Cryptosporidium from sample concentrates were purified by IMS as described above. Oocysts were
stained by Fluorescein Isothiocyanate (FITC) conjugated anti-Cryptosporidium antibody (Easys:tainTM
(BTF, Australia) and 4'6-diamidino-2-phenyl indole (DAPI). Stained oocysts were identified and
enumerated using a fluorescent microscope (Leica Microsystems).

4.2.6 Cryptosporidium integrated assay (enumeration + infectivity)

A cell culture assay was used to measure oocyst infectivity. This method was a simplified version of
the assay described by King et al. (2015). In brief, oocyst counts were determined by fluorescence
microscopy prior to temperature exposure experiments. Set numbers of oocysts were processed by
the infectivity assay. Infectious oocysts were detected using the focus detection method, which uses a
specific fluorescent antibody to detect infection of host cells by Cryptosporidium. The % infectious
oocysts was determined using the number of infectious oocysts detected by cell culture and the total
number of oocysts applied to cell culture. A limitation of this method is the number of oocysts that can
be applied to a single cell culture well and the number of infectious oocysts that can be counted in a
single cell culture well. The total number of oocysts applied across multiple cell culture wells was used
to allow calculation of maximum log removal values (LRVSs) for large numbers of oocysts.

4.2.7 Cryptosporidium enumeration by microscopy

For direct enumeration by microscopy, oocysts were air-dried onto Dynal Spot-On slides, fixed with 50
puL 100% methanol (for as long as required for the methanol to evaporate) and then stained with
EasyStain (BTF) following the manufacturer’s instructions. In the case of the integrated assay,
oocysts recovered from cell culture plates, the oocyst suspension was stained using 30 pL of
EasyStain for 1 h in the dark at room temperature. Following incubation, the sample was filtered
through a 13-mm black polycarbonate membrane with a nominal pore size of 0.8 um(Rowe Scientific)
on a vacuum manifold fitted with Swinnex filter holders using a vacuum pressure of 200 mbar. The
membranes were mounted on glass slides with 7 pL of mounting medium (BTF). Slides were scanned
by fluorescence microscopy, with + green fluorescent + red fluorescent objects in the correct size
range scored as ColorSeed oocysts and + green fluorescent - red fluorescent objects in the
Cryptosporidium size range scored as presumptive oocysts.

4.2.8 Inter-laboratory method comparison

Samples used for the inter-laboratory comparison were collected from the Bolivar WWTP on
10/8/2015.

The following samples were collected for each participating laboratory:

Virus testing:

2 x 0.5L Primary effluent un-spiked

2 x 0.5L Primary effluent spiked with CB5 (at AWQC prior to dispatch)

2 x 10L Secondary effluent un-spiked

2 x 10L Secondary effluent spiked with CB5 (at AWQC prior to dispatch)
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Analyses: Adenovirus & CB5 by (RT)PCR and / or cell culture

Methods:

Laboratory 1: HF80 UF Filtration + PEG, PEG, direct DNA extraction (no concentration), cell culture,
(RT)PCR

Laboratory 2: UF Filtration + MWCO filtration, MWCO filtration, direct DNA extraction (no
concentration), (RT)PCR

Laboratory 3: HF80 UF Filtration + PEG, PEG, cell culture MPN

Cryptosporidium testing:
3 x 0.5L Primary effluent un-spiked
3 x 10L Secondary effluent un-spiked

Spiked with ColorSeed (by participating lab) when the sample is processed

Methods:

Laboratory 1— Calcium Carbonate precipitation for both primary/secondary + IMS, integrated
infectivity assay for counts and infectivity analysis

Laboratory 2: Due to a technical failure these Cryptosporidium samples were not included in this
study

Laboratory 3: Flatbed membrane filtration + IMS, fluorescence microscopy for oocyst counts

4.3 Results for method evaluation

4.3.1 Virus culture

Experiments were conducted in triplicate to evaluate different virus host cell lines, with 3 technical
replicates used in each experiment. One of the replicate experiments for Ad 41 had a cell count
approx. 2 log higher than the other experiments so it was not used for calculation of average cell
counts. The experiment had the same trend as that reported by Keegan et al., (2012), with PLC cells
providing a higher virus count compared with A549. The PLC/PRF/5 cell line gave the highest overall
virus counts for adenovirus (Ad 2) and enterovirus (CB5), suggesting it is the best all round cell line in
terms of maximising virus detection (Table 15). The A549 cell line, which is a faster growing cell line
compared with PLC cells, gave comparable virus counts for Ad 2. Similarly, the BGM cell line was
only slightly poorer than the PLC cells in terms of enterovirus counts. From a logistical viewpoint,
faster-growing cell lines are preferable to use for frequent or large-scale virus testing because the
cells are easier / faster to prepare for use in virus testing. The cells for fast / slow growing cells can be
prepared (passaged) in the same time frame (3-4 days), but the seeding density required for slower
growing cells is much larger. This means that more plates for analysis can be prepared from a plate of
fast growing cells compared with slow growing cells, making it easier to prepare the numbers of cells /
plates required for experiments. For this reason, A549 was used for Ad 2 plague assays and BGM
was used routinely for CB5 plaque assays because these cell lines are faster growing and easier to
maintain (taking approximately half the resources required to produce the same number of PLC cells).
However, for detection of all adenoviruses and enteroviruses, the PLC cell line appears to be the best
choice and this cell line was used for MPN assays. Another consideration was the finding that PLC
and A549 had different performance for wastewater sample concentrates, so it is recommended that
cell line performance be determined for any given matrix.

Table 15. Virus counts (MPN / mL) for Ad 41, Ad 2, poliovirus (vaccine strain) and Coxsackie
B5 obtained using different cell lines. Percent CV is shown in parentheses.

Virus/Cell line BGM A549 PLC/IPRF/5 LLC-MK Hep2 MRC
1.30E+00 3.60E+06 4.30E+07
Ad 41 (141%)  (08%) (62%) ND ND ND
1.60E+04 3.00E+08 4.50E+08
Ad 2 (83%) 419%) (31%) ND ND ND
boli 6.10E+06 8.80E+07  1.20E+06 7.10E+06 5.90E+06
oo (81%) (68%) (94%) (76%) (148%)
. 2.80E+08 3.50E+08  3.30E+06 1.50E+08 _ .
Coxsackie B5 (105%) ND (81%) (90%) (138%) Fall
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Figure 1. Comparison of virus counts (MPN / mL) for different viruses cultured with different
host cell lines.

The impact of CacCl, on virus infectivity was assessed for Ad 2 and CB5. The rationale for assessing
this was taken from the reported importance of divalent cations for the infectivity of some
bacteriophage. The addition of low concentrations of calcium did not improve virus counts and
appeared to cause a small reduction in the number of viruses detected (Table 16). Interestingly, the
virus counts appeared to have a greater reduction for 5mM CaCl, compared with either 1 mM or 10
mM CaCl,. This occurred for both the CB5 and Ad 2 cultures. There appears to be no benefit from
adding CacCl,, although this has not been trialled on viruses in wastewater / wastewater concentrates,
which could potentially be affected by chelating agents or other contaminants.

While the tested calcium concentrations did not have any benefit, it is possible that a higher dose
might yield some improvement and it is also possible that the presence of calcium might have a
different effect for viruses in wastewater sample concentrates. Sample concentrates from virus
recovery experiments will be further tested using addition of calcium chloride to determine if that
improves virus detection in these samples

Further examination of published methods found that one of the variations on the adenovirus plaque
assay used MgCl, as an additive. Experiments are in progress to test if this has any benefit.

Table 16. Virus counts in the presence of different concentrations of calcium chloride.

CB5 (MPN/mL) Ad 2 (MPN/mL)

% control % control
6.10E+07 2.30E+09
OmM CacCl,
100% 100%
3.00E+07 6.10E+08
1mM CacCl,
49% 27%
1.60E+07 3.60E+08
5mM CaCl,
26% 16%
3.60E+07 9.30E+08
10mM CacCl,
59% 40%

Centrifugation was identified through the literature review as an option to improve virus infection rates.
The mechanism for this is not fully understood because the low centrifugation speed that needs to be
used to prevent damaging the host cells is insufficient to pellet virus particles. However, it is possible
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that centrifugation would improve contact between host cells and any viruses associated with
particulates, which could promote infection from particle-associated viruses. Due to concerns related
to virus contamination of the AWQC cell culture clean room, the clean room plate centrifuge was
unavailable for evaluating this approach. Given the project timelines (and budget), sourcing a new
centrifuge was deemed not to be feasible. Alternative benchtop centrifuges at AWQC were not in an
appropriate containment area and would also need the purchase of specific plate holder adaptors, so
this option for improving infection efficiency was not pursued.

4.3.2 Virus recovery methods

Experiments were conducted to assess the recovery of Ad 2 and CB5 spiked into Bolivar secondary
treated effluent. Concentration was either by ultrafiltration + PEG or by PEG alone. Detection of
viruses was by PCR and by cell culture in the case of Ad 2 and by cell culture for CB5 (the PCR
detection for CB5 is still in process because this assay needed to be re-established in the AWQC lab).

The first experiment dosed 11L of spiked secondary effluent with Ad 2. 1 L of this sample was directly
concentrated using PEG precipitation, the remaining 10L was concentrated by ultrafiltration (HF80
filter) and the eluted filtrate was concentrated by PEG precipitation. A non-spiked sample was also
processed in parallel to test for the presence of viruses already in the water. The results for PCR and
cell culture are presented in Table 17 and Table 18. Due to a laboratory error, the virus dilution used
for the spike could not be enumerated, so recovery rates could not be determined for this experiment.
Taking into account the assay sensitivity, sample concentration factor and sample volume analysed,
the assay detection limits (minimum number of virus particles / 10L sample required for a positive
result) were calculated.

Table 17. Ad 2 recovery from spiked secondary effluent measured using qPCR. The numbers
in parentheses indicate the theoretical number of viruses required in the original sample for a
positive PCR result.

Ultrafiltration (HF80) PEG
+ PEG (copies/10L) (copies/10L)

A (Ad 2 spiked) 3.03E+05 (4.40E+03) 1.03E+06 (5.50E+04)

B (Ad 2 spiked) 3.10E+05 (3.80E+03) 1.35E+06 (3.30E+04)
C (Ad 2 spiked) 4.76E+05 (2.70E+03) 1.05E+06 (3.40E+04)

D (non-spiked) ~ 3.80E+04 (4.50E+03) 3.81E+05 (2.90E+04)

Table 18. Ad 2 recovery from spiked secondary effluent measured using cell culture. The
numbers in parentheses indicate the theoretical number of viruses required in the original
sample for a positive MPN result.

Ultrafiltration (HF80) PEG
+ PEG (MPN/10L) (MPN/10L)

A (Ad 2 spiked) 1.01E+03 (1.10E+03) 0 (1.38E+04)

B (Ad 2 spiked) 0 (9.50E+02) 0 (8.25E+03)
C (Ad 2 spiked) 6.21E+02 (6.75E+02) 0 (8.50E+03)
D (non-spiked)  1.04E+03 (1.13E+03) 0 (7.25E+03)

Estimated Spiking stock 1.10E+05 MPN / 10L
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In general culture allows for a better detection limit than PCR due to the larger volume of sample
concentrate analysed. Direct PEG analysis was 10-fold less sensitive due to the smaller sample
volume used for virus concentration, but it allowed for the detection of more viruses by PCR,
suggesting a higher virus recovery rate. Indigenous adenoviruses were present in the wastewater and
these appeared to have a higher recovery efficiency in the direct PEG method compared to the spiked
Ad 2. Significantly, no culturable Ad 2 were detected by the infectivity method. It appears that
indigenous adenovirus were detected near the detection limit of the cell culture assay for the filtration
+ PEG samples, with similar virus numbers in the spiked and non-spiked samples. No infectious
viruses were detected by the direct PEG method, possibly because the number of infectious viruses
was below the assay detection limit.

A second spiking experiment using Ad 2 was conducted to compare direct PEG with filtration + PEG
using either the old HF80 or new FX80 filters. The experimental protocol was the same as the
previous experiment except a fresh batch of Bolivar secondary effluent was collected for this round of
testing. The results are presented in Table 19 and Table 20. Assuming that the spike stock had
similar virus numbers compared with that used in the previous experiment (being the same dilution
from a virus stock concentrate), the direct PEG performance was similar to the previous round, with
comparable numbers of virus copies detected for spiked and indigenous adenovirus. The PEG
method had a recovery between 8 — almost 10%, which is much lower than that reported previously.
Based on virus numbers, the performance of the FX80 filters in this round was comparable to the
performance of the HF8O filters in the previous round and approximately 10-fold poorer recovery
compared with direct PEG. In this round, the HF8O0 filters had recovery rates comparable with direct
PEG. The reason for the improved result is not known. Of particular interest, the number of
indigenous adenovirus copies recovered after filtration was similar for both the HF80 and FX80, which
were both similar to the previous round for indigenous adenovirus recovered by the HF80 filter. This
suggests that there may be some difference between Ad 2 and other serotypes of adenovirus in terms
of filtration recovery efficiency and also behaviour / survival in wastewater. The culture results did not
detect any infectious indigenous viruses in the non-spiked sample this round, and there was very low
or no recovery of infectious Ad 2 (possibly the detections were background from indigenous
adenoviruses).

Table 19. Ad 2 recovery from spiked secondary effluent measured using gPCR. % value
indicates the percentage recovery calculated using the spiking stock enumerated by qPCR
and correcting for the presence virus in the non-spiked water. The numbers in parentheses
indicate the theoretical number of viruses required in the original sample for a positive PCR
result.

HF80 + PEG FX80 + PEG PEG
(copies/10L) (copies/10L) (copies/10L)

A (Ad 2 spiked) 2.23E+06; 6.9% 2.31E+05; 0.6% 2.55E+06; 7.5%
(1.80E+03) (1.80E+03) (3.00E+04)

B (Ad 2 spiked) 1.47E+06; 4.4% 3.77E+05; 1.0% 3.01E+06; 9.0%
(1.80E+03) (1.80E+03) (3.00E+04)

C (non-spiked) 8.53E+04 6.08E+04 1.99E+05
(1.80E+03) (1.80E+03) (3.00E+04)

Spiking stock 3.12E+08 virus genomes / 10L
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Table 20. Ad 2 recovery from spiked secondary effluent measured using cell culture. % value
indicates the percentage recovery calculated using the spiking stock enumerated by MPN. The
numbers in parentheses indicate the theoretical number of viruses required in the original
sample for a positive MPN result.

HF80 + PEG FX80 + PEG PEG
(MPN/10L) (MPN /10L) (MPN /10L)

A (Ad 2 spiked) 6.48E+02; 0.1% (4.50E+02) 0; 0% (4.50E+02) 0; 0% (7.50E+03)

B (Ad 2 spiked) 4.50E+01; 0.01% (4.50E+02) 0; 0% (4.50E+02) 0; 0% (7.50E+03)

C (non-spiked) 0 (4.50E+02) 0 (4.50E+02) 0; (7.50E+03)

Spiking stock 6.20E+05 MPN / 10L

Concentration of viruses using direct PEG is attractive because it is relative fast, rapid and is thought
to provide good recovery rates, especially compared with filtration. A limitation is that only a relatively
small volume can be concentrated. Calcium carbonate precipitation is used quite successfully for
Cryptosporidium concentration from 10L water samples. Considering that this is a precipitation
technique, it has potential for virus concentration and so was trialled. 10.5 L Bolivar secondary
effluent samples were spiked with Ad 2, with 10L processed by the calcium carbonate method and
500 mL processed by direct PEG. The redissolved pellet from the calcium carbonate method was pH
adjusted to 7, with half further concentrated by PEG and the remainder used for direct PCR or cell
culture analysis. Samples A. B and D were processed as 1 batch, samples C and E were processed
as a separate batch (due to sample batch size constraints for centrifugation). The results are shown in
Tables 7 and 8. Although the calcium carbonate method can process a larger volume compared with
PEG, the resulting concentrate is also in a larger volume (approximately 10-fold larger than the PEG
concentrate volume), so the theoretical detection limits for both concentration methods were
determined to be similar (Table 21 & Table 22). The combination of the two methods allowed for a
detection limit closer to that of filtration + PEG. The PCR results tended to be variable, with some
spiked samples failing to amplify and others exhibiting variable amplification for the PCR replicates for
that sample. Based on the numbers of viruses detected in the non-spiked controls, it appears those
indigenous adenoviruses were detected in the spiked samples and that the Ad 2 were not recovered
or were very poorly recovered. The calcium carbonate and direct PEG gqPCR results were comparable
for the non-spiked samples (within 2-fold of each other), but the number of viruses detected for the
combined calcium carbonate + PEG was 10-fold lower. This suggests that the combined losses
through both methods reduced the overall recovery efficiency or that the sequential precipitations
cause higher losses than either method alone.

Compared with the previous recovery experiment, the numbers of Ad 2 spiked were approx. 10-fold
lower as determined by qPCR, but the infectivity of these viruses was even lower than in the previous
experiment by about 30-fold. The number spiked was sufficient for gPCR detection, but the culturable
number of viruses was near the detection limit for the direct calcium carbonate and PEG precipitation
methods, which is likely why there was no virus detected for either of these. Infectious indigenous
adenoviruses were detected in 1 of the 2 non-spiked calcium carbonate + PEG samples. The
numbers were similar to those detected in the spiked B and C samples, suggesting that there were no
infective Ad 2 present or that Ad 2 were not recovered.
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Table 21. Ad 2 recovery from spiked secondary effluent measured using gPCR. % value
indicates the percentage recovery calculated using the spiking stock enumerated by qPCR
and correcting for the presence of virus in the un-spiked sample. The numbers in parentheses
indicate the theoretical number of viruses required in the original sample for a positive PCR

result.

Calcium Carbonate
(copies/10L)

Calcium Carbonate
+ PEG (copies /10L)

PEG
(copies /10L)

1.47E+05%: 0%
(5.40E+04)

B (Ad 2 spiked) 0; 0%
(5.41E+04)

1.99E+05°
(5.50E+04)

1.34E+05% 0%
(5.51E+04)

7.11E+05
(5.33E+04)

Spiking stock 2.84E+06 virus genomes / 10L

A (Ad 2 spiked)

D (non-spiked)

C (Ad 2 spiked)

E (non-spiked)

1.20E+4% 0.3%
(6.00E+03)

8.40E03% 0.2%
(6.20E+03)

2.97E+03°
(5.80E+03)

2.68E+04": 0%
(5.00E+03)

6.37E+04
(5.00E+03)

0; 0%
(6.20E+04)

2.36E+04°: 0%
(6.40E+04)

4.70E+05
(6.00E+04)

1.17E+06; 20.4%:
(5.60E+04)

4.97E+05"
(6.60E+04)

'3 out of 4 PCR replicates were positive
%2 out of 4 PCR replicates were positive
® 1 out of 4 PCR replicates were positive

Table 22. Ad 2 recovery from spiked secondary effluent measured using MPN. % value
indicates the percentage recovery calculated using the spiking stock enumerated by MPN and
corrected for the presence of virus in the un-spiked sample. The numbers in parentheses
indicate the theoretical number of viruses required in the original sample for a positive MPN

result.

Calcium Carbonate
(MPN/10L)

Calcium Carbonate + PEG

(MPN /10L)

PEG
(MPN /10L)

A (Ad 2 spiked)  0; 0% (1.35E+04)

B (Ad 2 spiked) 0; 0% (1.35E+04)
D (non-spiked) 0 (1.38E+04)
C (Ad 2 spiked)  0; 0% (1.38E+04)

E (non-spiked) 0 (1.33E+04)

Spiking stock 1.60E+04 virus MPN / 10L

0; 0% (1.50E+03)

1.43E+03; 8.9% (1.55E+03)

0 (1.45E+03)

5.50E+02, 0% (1.25E+03)

1.15E+03 (1.25E+03)

0; 0% (1.55E+04)

0; 0% (1.60 E+04)

0 (1.50 E+04)

0; 0%(1.40 E+04)

0 (1.65 E+04)
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The PCR results from the 3 sets of spiking experiments are summarised in Figure 2. In general direct
PEG provided a higher yield of Ad 2 compared with the other methods, except in Experiment 3 where
there was a high level of variation between the PEG replicates. The recovery rate of Ad 2 as
determined by PCR in these experiments was approx. 10% for direct PEG. Interestingly, the virus
numbers in the non-spiked samples were consistent, suggesting that the recovery of native viruses is
consistent for filtration and PEG. Overall, these results suggest that there were problems with the Ad
2 after spiking into Bolivar secondary treated effluent. The cell culture controls suggest that the Ad 2
were infectious, but after spiking the viruses were either rendered non-infectious or very poorly
recovered. Disinfection experiments conducted using Ad 2 spiked into the same Bolivar effluent
(winter/spring 2014) did not encounter any issues with the direct culture detection of Ad 2, although
these experiments did not require sample concentration. Stability experiments are currently in process
to assess the effect of storage on Ad 2 spiked into secondary effluent. Results so far suggest that
storage for several days at 4°C in secondary effluent has minimal impact on virus infectivity. This was
measured by direct analysis of the wastewater for using the cell culture assay. These results suggest
poor recovery is the cause of virus non-detection in the current project, rather than loss of infectivity.
Indigenous adenovirus could be detected by gPCR or cell culture following concentration using a
variety of methods, but determination of recovery rate requires a more robust control than Ad 2.
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Figure 2. Comparison of Ad 2 numbers recovered by different concentration methods in spiked and un-spiked Bolivar secondary effluent. Error
bars indicate %CV.
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Experiments have been conducted to assess the recovery of CB5 spiked into Bolivar secondary
treated effluent. The design of these experiments was similar to that for Ad 2 (spike 10.5 or 11L of
wastewater, concentration 10L by filtration + PEG and the remainder by direct PEG). The recovery of
infectious CB5 (Table 23, Table 24), though low, was generally better than for Ad 2. The recovery rate
appeared to be better for the new ultra-filter model compared to the old filter type and was
comparable with the PEG recovery rates. In these experiments, the recovery of virus copies appeared
to be very low. The spiking stock had 6.20E+05 infectious virus (MPN) / 10 L but the number of virus
copies determined by quantitative RT-PCR was 3.64E+08, over an order of magnitude higher. This
suggests only % of virus were infective in this stock. It is possible that the non-infectious viruses are
highly labile and were degraded during sample processing, resulting in a low apparent recovery rate.
The number of indigenous enteroviruses appeared to be low, with only the direct PEG sample being
positive for a low level of virus. Some of the spiked samples also had similar numbers, suggesting
that these could be detections of indigenous virus rather than recovered spiked CB5.

Table 23. CB5 recovery from spiked secondary effluent measured using MPN. % value
indicates the percentage recovery calculated using the spiking stock enumerated by MPN after
subtraction of any background virus in the non-spiked sample. The numbers in parentheses
indicate the theoretical number of viruses required in the original sample for a positive MPN
result. The sample in red could represent detection of adenovirus.

FX80 + PEG HF80 + PEG PEG
(MPN /10L) (MPN/10L) (MPN/10L)
A (CB5 1.61E+04; 2.6% 3.35E+03; 0.5% 1.19E+083; 1.6%
spiked) (6.50E+02) (9.00E+02) (8.25E+03)
B (CB5 2.42E+04; 3.9% 2.97E+04; 4.8% 7.25E+02; 0%
spiked) (5.50E+02) (6.75E+02) (7.25E+03)
C (CB5 N/A 1.26E+03; 0.2% 2.51E+04; 3.8%
spiked) (8.75E+02) (6.75E+03)
D (Non 0 0 1.85E+03
spiked) (6.25E+02) (6.50E+02) (1.85E+04)

Spiking stock 6.20E+05 virus MPN / 10L

Table 24. CB5 recovery from spiked secondary effluent measured using quantitative RT-PCR.
% value indicates the percentage recovery calculated using the spiking stock enumerated by
guantitative RT-PCR after subtraction of any background virus in the non-spiked sample. The
numbers in parentheses indicate the theoretical number of viruses required in the original
sample for a positive PCR result.

FX80 + PEG
(copies /10L)

HF80 + PEG
(copies/10L)

PEG
(copies/10L)

A (CB5 3.30E+05; 0.9% 1.77E+05; 0.4% 1.22E+05; 0.3%
spiked) (2.60E+03) (3.60E+03) (3.30E+04)

B (CB5 2.53E+05; 0.7% 3.48E+05; 0.9% 0; 0%

spiked) (2.20E+03) (2.70E+03) (2.90E+04)

C (CB5 N/A 1.60E+04; 0% 2.98E+05; 0.8%
spiked) (3.50E+03) (2.70E+04)

D (Non 0 0 0

spiked) (2.50E+03) (2.60E+03) (7.40E+04)
Spiking stock 3.64E+08 virus copies / 10L
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The CB5 spike experiments were repeated using FX80 filters and direct PEG precipitation (Table 25,
Table 26). The performance of the FX80 filtration + PEG was similar to the previous round of testing
(Table 23) for infectious virus, but the recovery rates were much higher for direct PEG. No culturable
viruses were detected in the non-spiked sample. The recovery was not as high as reported previously
by Keegan et al. (2012), but was a 5 to 10-fold improvement compared with the previous round. The
CB5 experiments for culturable virus are summarised in Figure 3. In contrast with the previous round,
the detection of virus by quantitative RT-PCR suggested a much higher recovery rate, 51 — 54% for
filtration and 66% for PEG. In the case of the PEG samples, one appeared to have no recovery of
virus genome copies, although the same sample had 30% recovery based on cell culture. This
suggests that the RNA extraction of this sample failed. In these experiments the difference between
virus MPN and copy number was only 10%.

Table 25. CB5 recovery from spiked secondary effluent measured using MPN. % value
indicates the percentage recovery calculated using the spiking stock enumerated by MPN after
subtraction of any background virus in the non-spiked sample. The numbers in parentheses
indicate the theoretical number of viruses required in the original sample for a positive MPN
result.

FX80 + PEG PEG
(MPN /10L) (MPN/10L)

A (CB5 spiked) 1.98E+02; 0.6% (4.50E+02) 1.08E+04; 30% (7.50E+03)
B (CBS5 spiked) 6.48E+02; 1.8% (4.50E+02) 6.90E+03; 19.2% (7.50E+03)
C (Non spiked) 0 (4.50E+02) 0 (7.50E+03)

Spiking stock 3.60E+04 virus MPN / 10L

Table 26. CB5 recovery from spiked secondary effluent measured using quantitative RT-PCR.
% value indicates the percentage recovery calculated using the spiking stock enumerated by
guantitative RT-PCR after subtraction of any background virus in the non-spiked sample. The
numbers in parentheses indicate the theoretical number of viruses required in the original
sample for a positive PCR result. Red highlights a possible nucleic acid extraction failure.

FX80 + PEG PEG
(copies /10L) (copies/10L)

A (CB5 spiked) 1.75E+05; 54.6% (1.80E+03) 8.01E+04; 0% (3.00E+04)
B (CBS5 spiked) 1.66E+05; 51.7% (1.80E+03) 3.00E+05; 65.8% (3.00E+04)
C (Non spiked) 7.25E+03 (1.80E+03) 1.00E+05 (3.00E+04)

Spiking stock 3.08E+05 virus copies / 10L
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Figure 3. Comparison of infective CB5 numbers recovered by different concentration methods
in spiked and un-spiked Bolivar secondary effluent. Error bars indicate %CV.

Experiments were conducted to evaluate virus recovery from primary effluent samples using spiked
adenovirus. These experiments compared direct recovery of the neat sample and recovery using
HF80 filtration + PEG or direct PEG for diluted primary samples. Culture results were similar to the
results for secondary effluent, with indigenous adenovirus numbers in non-spiked samples similar to
the numbers of adenovirus detected in the spiked samples, suggesting failure to recover the spiked
Ad 2 (Table 27). Direct PEG had overall better recovery rates compared with filtration + PEG and
there was no benefit from sample dilution, with recovery rates generally better for direct PEG of the
undiluted primary effluent. In contrast with the cell culture results, the PCR results suggested a
consistent recovery rate for the direct PEG recovery from the diluted sample (Table 28). The
calculation of recovery rates for the undiluted primary effluent was complicated by the presence of
high virus copy numbers in the un-spiked sample, with the levels of un-spiked virus similar to or
greater than that of the spike.
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Table 27. Results for 3 separate spiking trials using either HF80 ultrafiltration + PEG or direct
PEG to recover Ad 2 spiked into Bolivar primary effluent. % value indicates the percentage
recovery calculated using the spiking stock enumerated by MPN after subtraction of any
background virus in the non-spiked sample. The numbers in parentheses indicate the
theoretical number of viruses required in the original sample for a positive MPN result.

Matrix

HF80 + PEG (MPN/10L),

% Recovery

PEG (MPN/10L),

% Recovery

A (Ad 2 spiked)

1/10 Primary effluent

1.53E+03, 1.3%

6.90E+03, 0%

(6.25E+02) (7.50E+03)
B (Ad 2 spiked) 1/10 Primary effluent 2.30E+03, 0% 2.86E+03, 4.6%
(2.50E+02) (6.50E+03)
C (Ad 2 spiked) 1/10 Primary effluent 3.11E+03, 0.8% 5.98E+03, 2.5%
(3.38E+02) (6.50E+03)
D (non-spiked) 1/10 Primary effluent 7.32E+02 7.82E+03
(3.00E+02) (8.50E+03)
E (non-spiked) 1/10 Primary effluent 3,335 0
(3.63E+02) (5.50E+03)
F (non-spiked) 1/10 Primary effluent 1.16E+03 0
(3.13E+02) (5.50E+03)
G (Ad 2 spiked) Neat primary effluent ND 2.13E+04, 21.2%
(6.75E+03)
H (Ad 2 spiked) Neat primary effluent ND 2.64E+04, 7.1%
(6.00E+03)
| (Ad 2 spiked) Neat primary effluent ND 2.16E+04, 0%
(6.75E+03)
J (non-spiked) Neat primary effluent ND 8.16E+03
(6.00E+03)
K (non-spiked) Neat primary effluent ND 2.20E+04
(5.00E+03)
L (non-spiked) Neat primary effluent ND 4.83E+04
(5.75E+03)
Spiking stock @ 6.20E+04 MPN/10L
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Table 28. Results for 3 separate spiking trials using either HF80 ultrafiltration + PEG or direct
PEG to recover Ad 2 spiked into Bolivar primary effluent. % value indicates the percentage
recovery calculated using the spiking stock enumerated by qPCR after subtraction of any
background virus in the non-spiked sample. The numbers in parentheses indicate the
theoretical number of viruses required in the original sample for a positive qPCR result.

Matrix

HF80 + PEG (copies/10L),

% Recovery

PEG (copies/10L),

% Recovery

A (Ad 2 spiked)

1/10 Primary effluent

9.45E+04, 0%

9.28E+05, 20.7%

(2.50E+03) (3.00E+04)
B (Ad 2 spiked)  1/10 Primary effluent 2.37E+05, 0% 7.52E+05, 17.2%
(1.00E+03) (2.60E+04)
C (Ad 2 spiked)  1/10 Primary effluent 1.08E+06, 16.1% 1.47E+06, 35.6%
(1.35E+03) (2.60E+04)
D (non-spiked)  1/10 Primary effluent 2.55E+05 3.83E+05
(1.20E+03) (3.40E+04)
E (non-spiked)  1/10 Primary effluent 8.29E+05 2.46E+05
(1.45E+03) (2.20E+04)
F (non-spiked)  1/10 Primary effluent 3.99E+05 1.10E+04
(1.25E+03) (2.20E+04)
G (Ad 2 spiked) Neat primary effluent ND 1.97E+06, 0%
(2.70E+04)
H (Ad 2 spiked) Neat primary effluent ND 6.33E+06, 0%
(2.40E+04)
| (Ad 2 spiked)  Neat primary effluent ND 1.05E+07, 60.7%
(2.70E+04)
J (non-spiked)  Neat primary effluent ND 9.18E+06
(2.24E+04)
K (non-spiked)  Neat primary effluent ND 6.77E+06
(2.20E+04)
L (non-spiked)  Neat primary effluent ND 7.96E+06
(2.30E+04)

Spiking stock @ 3.20E+06 copies/10L

Given the potential loss of spiked infectious virus, trials were conducted to assess virus stability after
spiking into Bolivar secondary effluent or into cell culture PBS or cell culture medium (MEM). After
spiking, the sample was stored at 4°C and at set times an aliquot was collected and directly analysed
by cell culture. The results (Table 29) suggest that the spiked adenovirus were relatively stable for up
to 7 days after spiking. The same samples were extracted and adenovirus quantified by PCR. The
results show similar results between the two methods, with virus copies slightly lower, possibly
reflecting a difference in the accuracy of the qPCR standard or losses during DNA extraction. These
results contrast with those for CB5, which suggested that only 1 — 10% of virus copies were
infectious.

The stability of virus concentrates stored at -80°C was also assessed (Table 30). In general, storage
over a 1 month period appeared to have little effect on the number of viruses detected by cell culture.
Two data points appeared to exhibit a decrease for Ad 41 and Poliovirus. It is possible this was due to
a problem with the cell culture assay at the time considering that the following sample for Poliovirus
was similar to the original Poliovirus count.

Methods for Pathogen Isolation, Culture, Detection and Enumeration Page 46



Table 29. Stability experiment assessing persistence of Adenovirus virus spiked into different
water types and stored at 4°C.

PCR, Ohr 0 hr 24hrs 168hrs
(copies/mL) (MPN/mL) (MPN/mL) (MPN/mL)

Bolivar secondary effluent 4.43E+07 1.22E+08 2.20E+08 7.20E+07

CC-PBS 4.10E+07 7.20E+07 1.22E+08 1.20E+08

IXMEM 4.72E+07 2.20E+08 3.20E+08 4.60E+08

Table 30. Effect of storage at -80°C on different virus concentrates measured using PLC/PRF/5
cells. Results are averages from 3 technical replicates. Results in red highlight possible
outliers.

Date Ad 2 Ad 41 Poliovirus CB5
14/11/2014 8.70E+08

26/11/2014 5.70E+07 1.50E+08
05/12/2014 4.80E+08 1.20E+08 1.10E+08 2.20E+08
12/12/2014 2.80E+08 1.80E+06 6.00E+06 3.00E+08
09/01/2015 7.70E+07 2.90E+08

4.3.3 Cryptosporidium recovery methods

Work conducted at AWQC has determined that recovery of Cryptosporidium from primary effluent can
be improved by dilution of the primary effluent in RO water, followed by concentration. The
concentration method in use at AWQC is calcium carbonate precipitation (also termed flocculation).
This approach has not been trialled for filtration-based methods. To evaluate Cryptosporidium
recovery from wastewater, primary and secondary effluent samples were collected from Bolivar
WWTP. Samples (in triplicate) were spiked with ColorSeed to measure recovery rates. Secondary
effluent samples were concentrated using filtration (Envirochek) or precipitation; oocysts were purified
by immunomagnetic separation (IMS) and then processed using a Cryptosporidium infectivity assay
that incorporates a step for counting oocysts (King et al. 2015). Primary effluent samples (500mL)
were spiked with ColorSeed and then either concentrated by centrifugation / IMS or made up to 10L
using RO water and concentrated as per secondary effluent using filtration or calcium carbonate.

Three separate rounds were conducted to compare different Cryptosporidium recovery methods for
primary and secondary effluent: the AWQC method using calcium carbonate flocculation + Dynal IMS
(neat secondary effluent or diluted primary effluent); direct centrifugation + Dynal IMS (for primary
effluent only); Envirochek filtration + Dynal IMS (neat secondary effluent or diluted primary effluent).
Recovery data (Figure 3) suggests that all methods performed similarly for primary effluent, with
flocculation perhaps slightly better and more consistent. There appeared to be a general issue with
recoveries in round three, especially for the non-flocculation samples (recoveries <10%, which is
normally the rejection criteria for assay performance). It is possible that some of the round three
results were impacted by a defective batch of IMS beads that was recalled by the manufacturer, this
requires further investigation to determine if it is possible to match the samples with the bad batch of
beads. For the secondary effluent flocculation performed consistently better than Envirochek filtration.
Using the recovery rates to correct for losses, the oocyst densities in the samples were comparable
irrespective of the concentration method (Figure 4). The standard deviation was higher for the
secondary effluent filtered samples because the raw oocyst numbers were lower and more variable.
The sample processing methods did not appear to have any impact on oocyst infectivity for rounds 1
and 3 (Figure 5), although round 2 appeared to be more variable with lower infectivity measured for
the samples concentrated using calcium carbonate. Overall, the oocyst infectious fraction was similar
for the same sample type irrespective of concentration method (Figure 5). It was noted while
conducting the infectivity assay that filtered samples were more prone to fungal contamination
compared with samples concentrated using calcium carbonate. A key step in the precipitation method
is redissolving the precipitate in sulphamic acid. It is likely that this method will reduce the level of
contaminating microorganisms while having no major impact on oocyst infectivity.
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Figure 4. Cryptosporidium ColorSeed % recovery rates for primary or secondary effluent
concentrated using different recovery techniques.
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Figure 5. Oocyst density in different wastewater samples, corrected for recovery rate.
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Figure 6. Percent infectivity of oocysts recovered from wastewater samples using different
concentration techniques.
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4.3.4 Summary of method evaluation results

Recovery of spiked Ad 2 was variable. In secondary effluent there was detection of spiked Ad 2 by
PCR but rarely by culture. In some experiments it appears that the Ad 2 were failing to be recovered
but indigenous adenoviruses were being detected (ie virus detections in the un-spiked samples). The
trial data using primary effluent suggest that high levels of indigenous adenovirus were present in the
un-spiked effluent samples. The high numbers of indigenous adenovirus may be obscuring
measurement of the recovery of spiked Ad 2, especially if the numbers of indigenous virus were
similar to the numbers of Ad 2 spiked into the sample. Recovery of infectious spiked CB5 measured
using cell culture was generally low and no (or very low numbers of) indigenous enteroviruses were
detected. PCR analyses for CB5 were comparable with the culture results, with low levels of
indigenous enterovirus detected in only 1 spiking experiment.

Stability experiments suggest that spiking Ad 2 into secondary effluent had little impact on virus
infectivity. Direct analysis of the spiked samples (without any concentration) showed that the numbers
of infectious Ad 2 were relatively stable for 7 days post-spike when the spiked sample was stored at
4°C. This suggests that any loss of infectious Ad 2 is due to an aspect of the sample concentration
method and not due to interaction with compounds in the wastewater. Similarly, -80°C storage of the
viruses used in this work did not appear to impact on infectivity.

Cryptosporidium recovery trials suggested that the Calcium Carbonate method provided more
reproducible recovery rates for ColorSeed compared with filtration or direct centrifugation. However,
overall oocyst counts determined by the different concentration methods were comparable when
taking into account the recovery rate of ColorSeed. Some of the recovery rates for filtration /
centrifugation were below the accepted 10% and would normally be treated as a test failure. A
possible reason for some of the poor recoveries is the use of a defective batch of Dynal IMS beads,
which were subject to a manufacturer recall after these samples had been processed / reported.

4.3.5 Inter-laboratory method comparison
4.3.5.1 Virus results

Primary and secondary effluent samples were spiked with laboratory-cultured Coxsackie virus CB5.
The spiked virus was enumerated at the time of spiking using both cell culture and gRTPCR and it
was determined that the spiked levels were 3.1 x 10" culturable virus / 10 L and 1.6 x 10° virus copies
/ 10 L. Primary effluent samples were concentrated by either PEG precipitation (Laboratories 1 & 3) or
by molecular weight cut-off filters (Laboratory 2). Secondary effluent samples were directly
concentrated by PEG (Laboratory 1) or by UF filtration followed by PEG (Laboratories 1 & 3) or by UF
filtration followed by concentration through molecular weight cut-off filters (Laboratory 2). Nucleic acid
(DNA and RNA) was also directly extracted from aliquots of samples prior to concentration
(Laboratories 1 & 2). The results (averages for the replicate samples) for enterovirus and adenovirus
are shown in Figure 7 - Figure 14, with complete results shown in Table 31 to Table 37. Overall, there
was approximately a 2 logy, difference or greater between total viruses determined by PCR and
infective viruses determined by cell culture. This was the case for the coxsackie CB5 spike, as well as
for the indigenous enterovirus and adenovirus in the samples.

Similar numbers of enterovirus were detected by culture in the spiked and un-spiked Laboratory 3
primary effluent samples (Figure 7) and by qRT-PCR in the spiked and un-spiked Laboratory 1
primary samples (Figure 8). This result suggests there were significant numbers of enterovirus in the
primary effluent. The numbers of background virus were similar to the numbers used as the spike,
making it difficult to determine recovery rates. Based on the earlier work comparing cell lines it was
anticipated that the PLC cell line would detect both enterovirus and adenovirus. However, the virus
numbers detected using PLC cells were similar to the numbers of enterovirus detected using BGM
cells. The numbers of enterovirus detected using the Laboratory 3 method were similar to the
Laboratory 1 BGM results for the spiked sample, but in the case of the Laboratory 1 un-spiked sample
the number of virus was below detection limit. For detection of enterovirus by RT-PCR, the Laboratory
2 method detected higher numbers of enterovirus in the spiked sample compared with the Laboratory
1 result (although in the same order of magnitude) but did not detect virus in the un-spiked sample.
Attempts at direct detection of enterovirus by RT-PCR without sample concentration were not
successful. The detection limit of this approach was determined to be 2.5 x 10°/ 10 L, which was
similar to the number detected after PEG concentration. It is possible that RNA extraction was less
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efficient on the raw primary effluent compared with the concentrated PEG sample, resulting in a
failure to detect any enterovirus by this approach.
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Figure 7. Comparison of the average numbers of enterovirus / 10L detected in spiked and un-
spiked primary effluent samples using cell culture. PLC indicates viruses detected by MPN
culture on PLC/PRF/5 cells, BGM indicates viruses detected by plaque assay using BGM cells.
The black column indicates the number of viruses / 10 L spiked into the sample, the red
column indicates a below detection limit result.
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Figure 8. Comparison of the average numbers of enterovirus copies / 10L detected in spiked
and un-spiked primary effluent samples using quantitative reverse transcription PCR. The
black column indicates the number of viruses / 10 L spiked into the sample, the red column
indicates a below detection limit result.
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The detection of enterovirus was less successful in secondary effluent samples. Viruses were
detected using PLC cells in the spiked Laboratory 1 samples but not in the un-spiked samples.
Enteroviruses were below detection limit in the filtered + PEG Laboratory 1 samples and were only
detected in the direct PEG un-spiked sample using BGM cells. In the case of the Laboratory 3
samples, the number of enteroviruses detected in the spiked sample was similar to the number of
enteroviruses detected in the spiked Laboratory 1 sample. Low humbers of enteroviruses were
detected in the un-spiked Laboratory 3 sample. In general, the numbers of viruses detected were near
detection limit (within 10-fold) of the Laboratory 1 method, and were 1 — 3 orders of magnitude lower
than the number of viruses spiked into the samples. There was no virus recovery for the Laboratory 1
samples based on the BGM culture results, using the PLC virus counts there was between 1- 10%
recovery. The recovery rate for the Laboratory 3 samples was approximately 1%. Comparison of the
primary and secondary effluent results suggests that there is a large decrease in the number of
culturable enteroviruses following secondary treatment. Enteroviruses were not detected by RT-PCR
by either Laboratory 1 or Laboratory 2 methods (Figure 10).
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Figure 9. Comparison of the average numbers of enterovirus / 10L detected in spiked and un-
spiked secondary effluent samples using cell culture. PLC indicates viruses detected by MPN
culture on PLC/PRF/5 cells, BGM indicates viruses detected by plaque assay using BGM cells.
The black column indicates the number of viruses / 10 L spiked into the sample, the red
column indicates a below detection limit result.
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Figure 10. Comparison of the average numbers of enterovirus copies / 10L detected in spiked
and un-spiked secondary effluent samples using quantitative reverse transcription PCR. The
black column indicates the number of viruses / 10 L spiked into the sample, the red column
indicates a below detection limit result.
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The detection of culturable adenovirus in primary effluent was similar for the Laboratory 1 and
Laboratory 3 methods, with the Laboratory 3 samples having more consistent virus counts (Figure
11). The number of adenovirus detected using A549 cells was an order of magnitude higher than the
number of enterovirus detected, suggesting that the PLC cell culture assay was not detecting
adenovirus in these primary effluent sample concentrates. The reason for the difference between the
field sample results and the success of culture of the Ad 2 and Ad 41 laboratory strains of adenovirus
in PLC cells is not clear. The direct detection of adenovirus without any sample concentration
produced very similar results between the Laboratory 1 and Laboratory 2 analyses (Figure 12). The
Laboratory 1 PEG concentrated sample gave a similar result to the direct PCR, suggesting marginal
loss of virus and that direct PCR is a suitable method for adenovirus detection (being considerably
simpler since there is no pre-concentration required). Filtration using molecular weight cut-off filters
(Laboratory 2 filt) resulted in a loss of approximately 1 log,o of virus compared with direct DNA
extraction and PCR.
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Figure 11. Comparison of the average numbers of adenovirus / 10L detected in spiked and un-
spiked primary effluent samples using cell culture.
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Figure 12. Comparison of the average numbers of adenovirus / 10L detected in spiked and un-
spiked secondary effluent samples using quantitative real-time PCR.
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The concentration / culture methods for adenovirus performed differently between Laboratory 1 and
Laboratory 3 (Figure 13). The numbers of adenovirus detected by the Laboratory 3 method were
lower compared with the Laboratory 1 sample results but consistent between the un-spiked and CB5
spiked samples, which is as expected considering the culture method should detect adenovirus but
not enterovirus. The Laboratory 1 method, failed to detect adenovirus in the un-spiked samples. The
detection of adenovirus in the Laboratory 1 spike sample was near detection limit and was only
positive for one of the two samples. The detection of adenovirus was more consistent for the
Laboratory 1 filtration + PEG sample. The results suggest that analysis of a greater proportion of the
sample concentrate would improve the detection of adenovirus for the Laboratory 1 method. Given
the low levels of adenovirus, it is possible that some of the variation between samples was due to
uneven distribution of adenovirus in the secondary effluent samples. PCR analysis provided more
robust results compared with the cell culture counts (Figure 14). The virus counts determined by PEG
and filtration + PEG concentration (both by Laboratory 1) were comparable, although the un-spiked
samples by PEG were below the assay detection limit.
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Figure 13. Comparison of the average numbers of adenovirus / 10L detected in spiked and un-
spiked secondary effluent samples using cell culture. Red columns indicate results below the
assay detection limit.
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Figure 14. Comparison of the average numbers of adenovirus / 10L detected in spiked and un-
spiked secondary effluent samples using quantitative real-time PCR. Red columns indicate
results below the assay detection limit.

Direct detection in the secondary effluent was approximately 1 log;o higher compared with the
Laboratory 1 concentrated samples. The Laboratory 2 filtration method detected approximately 1 logio
fewer adenovirus compared with the Laboratory 1 filtration method. Considering the similarity of the
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PCR results between Laboratory 1 and Laboratory 2 for primary effluent, this likely reflects a poorer
recovery efficiency for the Laboratory 2 filtration method, rather than any difference in the PCR assay.

Overall, there was relatively good agreement between the results from the different laboratories. The
reason for the loss of the spiked coxsackie virus was not clear. Further trials would be required to
verify the performance of the methods in different wastewaters, particularly to determine if the loss of
the spike was due to site-specific factors in the Bolivar wastewaters.

Table 31. Cell culture enumeration of viruses using PLC/PRF/5 cells (MPN /10 L) for CB5
spiked and un-spiked primary and secondary effluent samples.

Laboratory 1

Laboratory 1 HF-80 +

PEG PEG
Primary spiked 6.40E+03 ND"
Primary spiked 3.72E+03 ND
Primary 2.40E+03 ND
Primary 4.40E+03 ND
Secondary spiked 9.36E+02 1.04E+02
Secondary spiked 3.96E+03 2.20E+02
Secondary <3.6.00E+02 <2.00E+01
Secondary <3.6.00E+02 <2.00E+01

Spike target is 1.6 e4 / 10L
'ND=not done

Table 32. Cell culture enumeration (PFU /10 L) using BGM plaque assay (enterovirus) for CB5
spiked and un-spiked primary and secondary effluent samples.

Laboratory 1

Laboratory 1 HF-80 +

PEG PEG
Primary spiked 5.33E+03 ND*
Primary spiked 6.67E+03 ND
Primary <4.00E+02 ND
Primary <4.00E+02 ND
Secondary spiked <3.60E+02 <2.00E+01
Secondary spiked <3.60E+02 <2.00E+01
Secondary <3.60E+02 <2.00E+01
Secondary 1.20E+03" <2.00E+01

Spike target is 1.6 e4 / 10L

'A single plaque was detected in 1 of 3 replicate wells

’ND=not done

Table 33. Cell culture enumeration (PFU /10 L) using the standard A549 plaque assay
(adenovirus) for CB5 spiked and un-spiked primary and secondary effluent samples.

Laboratory 1

Laboratory 1 HF-80 +

PEG PEG
Primary spiked 5.33E+04 ND"
Primary spiked 4.00E+04 ND
Primary <4.00E+02 ND
Primary 1.33E+03° ND
Secondary spiked  1.20E+03° <2.00E+01
Secondary spiked <3.60E+02 <2.00E+01
Secondary <3.60E+02 <2.00E+01
Secondary <3.60E+02 <2.00E+01

'ND=not done

?A single plaque was detected in 1 of 3 replicate wells
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Table 34. Cell culture enumeration (PFU /10 L) using the A549 plaque assay (adenovirus) with
an additional cell centrifugation step for CB5 spiked and un-spiked primary and secondary
effluent samples.

Laboratory 1 Laboratory 1 HF-80 +

PEG PEG
Primary spiked 5.33E+03 ND*
Primary spiked 1.33E+03 ND
Primary 6.67E+03 ND
Primary 4.00E+03 ND
Secondary spiked <3.60E+02 2.00E+02
Secondary spiked <3.60E+02 2.67E+02
Secondary <3.60E+02 <2.00E+01
Secondary <3.60E+02 <2.00E+01

'ND=not done

Table 35. Cell culture enumeration (virus / 10 L) for adenovirus and enterovirus from CB5
spiked and un-spiked primary and secondary effluent samples.

Adenovirus Enterovirus
Primary spiked 1.70E+04 1.25E+04
Primary spiked 1.65E+04 1.60E+04
Primary 1.50E+04 1.03E+04
Primary 1.60E+04 1.50E+04
Secondary spiked <1.00E+00 3.60E+01
Secondary spiked 5.00E+00 8.10E+01
Secondary 5.00E+00 2.00E+00
Secondary 4.00E+00 2.00E+00

Table 36. PCR enumeration (copies / 10 L) for enterovirus.

Laboratory 1 Laboratory 1 Laboratory1 Laboratory 2

PEG HF-80 + PEG  direct filtered
Primary spiked 2.42E+06 ND* <2.50E+06 3.83E+06
Primary spiked 3.44E+06 ND <2.50E+06 3.67E+06
Primary 2.98E+05 ND <2.50E+06 <
Primary 5.17E+06 ND <2.50E+06 <
Secondary spiked <5.00E+03 <5.00E+03 <2.50E+06 <
Secondary spiked <5.00E+03 <5.00E+03 <2.50E+06 <
Secondary <5.00E+03 <5.00E+03 <2.50E+06 <
Secondary <5.00E+03 <5.00E+03 <2.50E+06 <

'ND=not done
2<=pelow detection limit

Table 37. PCR enumeration (copies / 10 L) for adenovirus in wastewater samples spiked or un-
spiked with CB5 Coxsackie virus.

Laboratory 1 Laboratory 1 Laboratory1l Laboratory2 Laboratory 2

PEG HF-80 + PEG direct filtered direct
Primary spiked 2.92E+08 ND* 3.18E+08 3.11E+07 1.27E+08
Primary spiked 2.19E+08 ND 3.21E+08 2.46E+07 1.74E+08
Primary 3.73E+06 ND 3.72E+08 2.92E+07 1.60E+08
Primary 3.19E+08 ND 4.16E+08 2.02E+07 1.53E+08
Secondary spiked 2.12E+05 3.55E+05 <1.00E+06 1.45E+04 ND
Secondary spiked 3.72E+05 4.18E+05 6.92E+06 1.61E+04 ND
Secondary <3.60E+04 3.46E+05 3.10E+06 2.22E+04 ND
Secondary <3.60E+04 5.02E+05 6.27E+06 2.22E+04 ND
*ND=not done
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4.3.5.2 Cryptosporidium results

The recovery rates for ColorSeed in primary effluent were similar between the Laboratory 1 and
Laboratory 3 methods (Table 38). These recovery rates were within the range of the recovery rates
for primary effluent in the initial recovery rate trials (19-35%, Figure 4). The recovery rates in
secondary effluent were poorer for the Laboratory 3 method compared with the Laboratory 1 method.
The Laboratory 1 recovery rates were also lower than in the previous three validation rounds that
were conducted to compare Envirochek filtration, centrifugation and calcium carbonate precipitation.
In those rounds, the calcium carbonate method recoveries were 35-47%. Interestingly, the Envirochek
filtration recovery rate for those rounds was 7-15%. It is possible that there were generally poorer
recovery rates due to a seasonal or other change in the water quality of the secondary effluent. The
calcium carbonate method recovery was 15-20% worse compared to the previous 3 rounds of testing
at Laboratory 1. If a similar performance decrease applied to the filtration methods, then this could
account for the relatively low recovery for the Laboratory 3 samples.

The oocyst counts were similar between Laboratory 1 and Laboratory 3 for primary effluent (Table
39). The oocyst counts were an order of magnitude lower than in the previous 3 rounds of testing,
which were conducted during autumn of 2015 and is expected considering that the prevalence of
cryptosporidiosis in the community is highly seasonal with a summer/autumn peak and lowest
incidence in winter. The counts for the Laboratory 1 samples were more variable compared with the
Laboratory 3 samples, but this level of variability was consistent with that observed in the previous
rounds of method validation testing. Additional inter-laboratory trials would be required to determine if
there was a true difference in count variability between the two laboratories or if the variability is an
inherent property of the heterogeneous oocyst distribution in water and wastewater samples. There
was a large apparent difference between the Laboratory 1 and Laboratory 3 oocyst counts in
secondary effluent. For the Laboratory 1 samples, oocyst numbers were below detection limit in the
secondary effluent. The raw oocyst counts for the Laboratory 3 samples were between 0 and 4, but
when the low recovery count was accounted for the resulting oocyst counts were high.

Table 38. Recovery rates for ColorSeed in Bolivar primary and secondary effluents.

Laboratory 1 Laboratory 3
Primary 1 11.9% 22%
Primary 2 31.3% 27%
Primary 3 22.4% 13%
Average 21.9% 21%
Secondary 1 20% 4%
Secondary 2 20% 2%
Secondary 3 16% 1%
Average 18.7% 2%

Table 39. Cryptosporidium counts (per 10 L, corrected for recovery rate and % volume
analysed) for Bolivar primary and secondary effluents.

Laboratory 1 Laboratory 3
Primary 1 260.4 272.7
Primary 2 99.2 222.2
Primary 3 138.9 153.8
Average 166.1 213.3
Secondary 1 <5 100
Secondary 2 <5 50
Secondary 3 <6.3 <100
Average <5.4" 75°

'Calculated using the average recovery rate
“Calculated excluding the below detection limit result
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5 Summary and Conclusions

5.1 Pathogens and surrogates

Adenovirus presents benefits as an indicator due to its prevalence and the relative simplicity of the
analytical method, especially PCR-based detection. However, its relatively large size (>60nm) means
that it is unlikely to be considered a good indicator for processes that rely on physical exclusion such
as filtration. Poliovirus has appropriate properties in terms of size and ability to measure both
presence and infectivity. However, with the live vaccine no longer used it means that the vaccine
strain of poliovirus can no longer be detected in wastewater and so can no longer be used as an
indicator. Enteroviruses in general are in the correct size range but epidemiological studies have
shown that their presence is strongly seasonal, mostly in summer and autumn. As a result, this group
of viruses is at low levels or is not detected in wastewater samples during the other seasons, meaning
that enteroviruses are not reliable for use as process indicators. Similarly, norovirus is mostly
observed in winter and such a seasonal pattern prevents further use as an indicator. In the case of
norovirus, there is no readily available infectivity assay, so it is only of use for validation of physical
removal but not for validation of inactivation. Given the absence of a more suitable representative
pathogen, adenovirus would be the best option as a process indicator using indigenous virus.

In terms of virus surrogates, somatic coliphages are a possibility but a more detailed literature search
or additional basic research would need to be done to identify the best candidate species of somatic
coliphage. The method for somatic phage is easier than for FRNA, in the case of FRNA the host
bacteria must be in log phase otherwise they infection is poor and enumeration is difficult or not
possible. The hosts for somatic phage are easier to prepare and so the assay is less likely to fail,
especially in the hands of a novice user. However, some somatic phage are very large. For example,
T4 is a somatic phage, the head is about 100nm, tail an extra 300 nm, so they are potentially poor
surrogates for filtration validation. Reoviruses, which are mammalian viruses, could be potential
candidates as surrogates for human enteric viruses, but further research would be required to
evaluate this. F-RNA phage appear to meet all the necessary requirements in terms of size,
prevalence all year round and ability to measure presence and infectivity with reliable methods.

The selection of a bacterial surrogate / representative pathogen is relatively straightforward, with E.
coli fulfilling the criteria required for a surrogate (cost, presence, ease of detection, behaviour). One
consideration for using E. coli or more broadly using coliforms is the nature of the matrix and
environmental conditions, bearing in mind that under favourable conditions of temperature and
nutrients these faecal organisms can propagate in the environment, which would confound any
validation study.

There is no suitable surrogate for enteric protozoans. Spores of sulphite reducing clostridia could be
used as a conservative indicator, but if the pathogen numbers are high enough it would be better to
used Cryptosporidium oocysts to directly measure process performance. Recent advances in
methods can now allow enumeration of total and infectious oocysts, making it possible to measure the
effects of treatment processes on Cryptosporidium infectivity.

Based on the literature review the recommended surrogates / pathogens for the different sub-projects
have been listed in Table 40.
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Table 40. List of surrogates recommended for use in the different subprojects within NatVal

2.2.

Project SP1 SP2 SP3 SP5
Total coliforms ?

E coli ¢ ¢
Enterococci ?

SRC )

MS2 / F-RNA phage ? é
Adenovirus ¢ ¢ ¢

Cryptosporidium ¢ ¢ )

5.2 Virus methods

The comparison of the different cell lines for supporting virus infection was largely consistent with the
findings of Keegan et al., (2012). During this work, the laboratory did not have aglate centrifuge
available to trial the effect of centrifugation on virus recovery. The addition of Ca®" as a supplement to
aid infectivity had the opposite effect, causing a dose-dependent reduction in infectivity, with the
impact larger for adenovirus compared with Coxsackie virus. Virus recoveries were inconsistent for
both of the viruses used and for the different concentration techniques (direct PEG or filtration +
PEG). The adenovirus results in particular may have been impacted by the presence of indigenous
viruses (especially adenoviruses) and appeared to be worse for infectivity compared with PCR. The
detection of indigenous viruses and apparent loss of the spiked Ad 2 could indicate a specific process
impact affecting the Ad 2 but not the indigenous viruses. The direct analysis of spiked samples (no
concentration) suggests that the Ad 2 were not impacted by the samples matrix and that a step in the
processing was responsible for the loss of the spiked virus (or loss of infectivity). A further
consideration for interpreting the cell culture results is that the PLC cell line was used for all MPN
analyses, this cell line supports a wide range of viruses and so detection in the un-spiked samples
could be due to the presence of adenovirus or enterovirus. To differentiate this post-cell culture PCR
analysis would be required to identify the virus causing the detected infection. The PCR analysis of
the un-spiked sample concentrates suggested that indigenous adenovirus were more frequently
detected, with indigenous enteroviruses detected by RT-PCR in only 1 batch of samples processed.
Overall the direct PEG method gave better recoveries for both Ad 2 and CB5, although the recovery
rates were not as good as that reported by Keegan et al., (2012) for samples collected from the same
locations. The recovery rates for Ad 2 in primary effluent were better (although still variable)
compared with secondary effluent, which is counter to what would normally be expected (based on
previous results from Keegan et al., (2012) and earlier AWQC monitoring). It is possible that factors
affecting the secondary effluent quality have greatly affected some of the testing conducted in this
project. Future work should focus on evaluating the concentration methods using a wider range of
primary and secondary effluents. The use of a surrogate such as suitably modified nanoparticles
would greatly assist with method development, allowing the use of simpler enumeration methods and
also eliminating any interferences from indigenous viruses, which can complicate enumeration.

5.3 Cryptosporidium methods

The comparison of methods for processing primary effluent found similar recovery rates for all 3
methods for the first 2 rounds of testing, though in the third round both direct centrifugation and
filtration of diluted primary effluent appeared to perform significantly worse. The cause for this
variation is unclear, but it is possible that this could coincide with a bad batch of IMS beads (that were
recalled by the manufacturer after this work was completed). For secondary effluent, the calcium
carbonate flocculation method was consistently better than Envirochek filtration. Although the
recoveries were lower, the oocyst counts (which incorporate recovery rate and % sample processed)
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were generally higher for direct filtration and filtration compared with flocculation. The infectivity of the
oocysts recovered by the different methods appeared to vary. In the case of primary effluent, the
infectivity of oocysts recovered also appeared to be higher in the oocysts recovered by direct
centrifugation and filtration, although in some cases the variation between replicates was large for
some of the samples because of the small number of oocysts applied to cell culture. Of interest, the
infectivity of the oocysts in the primary and secondary effluent was different to that observed for
Glenelg WWTP, with higher infectivity observed in the Bolivar primary effluent and lower infectivity
observed in the Bolivar secondary effluent. Given the relative simplicity of direct centrifugation, the
method performance is adequate for oocyst concentration, but the inclusion of a recovery control is
essential to identify any changes in recovery performance.

5.4 Inter-laboratory comparison

Due to time constraints, it was only possible to conduct a single round of inter-laboratory comparison
for virus and Cryptosporidium methods. The results for the primary effluent samples for both viruses
and Cryptosporidium were comparable across the different laboratories, particularly for adenovirus
detection by PCR. There was greater variation between the results from the different laboratories for
secondary effluent, most likely due to differences in assay detection limit, low levels of virus present
and also potentially due to differences in recovery rate. The coxsackie CB5 spiked into some of the
samples did not appear to persist and there also appeared to be enterovirus within the un-spiked
samples at comparable levels to the CB5 used as a spike. These factors made calculation of a
recovery rate difficult and it is not clear if the obtained result was due to poor recovery of the spiked
virus or due to other factors affecting the stability or culturability of the spiked CB5.

For primary effluent, the number of culturable viruses versus virus genomes detected by PCR was 2
log lower for enterovirus and up to 4 log lower for adenovirus. A similar difference was observed for
adenovirus but not for enterovirus in secondary effluent. In the case of enterovirus, based on the
culture results it would be predicted that the number of enterovirus genomes would be 1 x 10* - 1 x
10° virus copies / 10 L. However, enterovirus were below detection limit (<5 x 10° / 10 L), which is
lower than anticipated. The detection of indigenous adenovirus in the primary and secondary effluent
samples used for the inter-laboratory comparison was similar to the results obtained during the initial
method evaluation. In the earlier trials, PCR detected 10* — 10° adenovirus copies / 10 L and <10° —
10° culturable adenovirus / 10 L in un-spiked secondary effluent samples and 10° — 10° adenovirus
copies / 10 L and 10% — 10* culturable adenovirus / 10 L in un-spiked primary effluent. Culturable
enterovirus were not detected the secondary effluent samples used for the initial method evaluation,
although enterovirus were detected by RT-PCR (103-105 copies / 10 L), unlike in the case of the
samples used for the inter-laboratory trial.

The PCR method for adenovirus appears to be suitable for directly measuring virus numbers without
the need for sample concentration, provided the virus numbers are above 1 x 10*/10 L. Compared
with the direct detection of viruses, sample concentration appeared to result in the loss of 1 — 2 log,
of virus. Direct RT-PCR detection of enterovirus was not successful and was only successful for
primary effluent concentrates.

Based on the limited data available, direct PCR detection of adenoviruses (without any sample
concentration) is recommended as a useful and cost effective option for measuring physical removal
in both primary and secondary effluents. If sample concentration is required then PEG precipitation of
primary effluent samples allowed detection of both enterovirus and adenovirus for cell culture and
(RT-)PCR. The results for secondary effluent concentration were equivocal for PEG versus
ultrafiltration + PEG, although both methods appeared to provide better performance than
ultrafiltration + molecular weight cut-off filters. A key consideration for future method improvement is
improvement of assay sensitivity, which at the moment can only be achieved by analysing a larger
proportion of the sample concentrate, which adds to the assay cost.

5.5 Recommendations

The literature review was used to select / recommend surrogates or pathogens for use in treatment
validation studies in other sub-projects of NatVal 2. An obvious next step is to ground truth those
selections by conducting some comparative trials of the relevant pathogen-surrogate pairs. Such data
may be available from other sub-projects within the NatVal2 project and should be able to inform the
design of any future surrogate validation experiments.
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The virus method development work that was conducted in this project suggested that some cell lines
were better for detection of enterovirus and adenovirus compared with others in current use.
However, not all of the cell lines behaved as anticipated with real wastewater sample concentrates.
Future work should compare the performance of the different cell lines for virus detection using real
wastewater samples. Many of these cell lines can host multiple virus species, so any such study
would need to incorporate PCR to allow for detection of specific viruses such as enterovirus or
adenovirus. A cell culture / MPN assay using PCR as the virus detection endpoint is a potential assay
format for such a study to more rigorously field test the cell lines used for virus culture.

The Cryptosporidium method comparison suggested that the calcium carbonate method combined
with IMS gave the highest recovery rates for secondary effluent, and this was confirmed in the inter-
laboratory comparison. This method also performed consistently well for primary effluent samples. It
appeared that the infectivity of the oocysts recovered by the calcium carbonate method was lower
than that of oocysts recovered by other methods. The reasons for this need to be investigated in
future work. One possibility is that the calcium carbonate method has a better recovery and recovers
both live and dead oocysts, whereas the other methods might have poorer recoveries because they
selectively recovery live oocysts, resulting in a higher infectious fraction in those concentrates.
Spiking trials using fresh oocysts in primary and secondary effluent would address this question.

The inter-laboratory comparison of methods yielded very promising results. Future work needs to be
done using the same and different wastewater locations to determine how reproducible and robust the
methods are. Prior to any further studies the baseline numbers of virus need to be determined for
each matrix so that appropriate spike levels can be used to allow determination of recovery rates. In
addition, virus stability needs to be determined for each matrix. Stability experiments with adenovirus
suggested that Ad 2 was stable when spiked into Bolivar secondary effluent, yet these spiked viruses
could not be efficiently recovered using the PEG of filtration concentration methods. The possibility of
matrix interference needs to be investigated — is there something in the Bolivar wastewater that is
particularly challenging for virus recovery or is this a general issue for wastewater?

Methods for Pathogen Isolation, Culture, Detection and Enumeration Page 62




6 Acknowledgements

We thank the partner organisations, Water RA and the AWRCOoE for financial support. Thanks also to
Cedric Robillot and members of the PAC/RAC for their valuable feedback and support.

Methods for Pathogen Isolation, Culture, Detection and Enumeration Page 63



7 References

Abad, F.X., Pinto, R.M., Vellena, R., Gajardo, R. and Bosch, A. (1997) Astrovirus survival in drinking
water. Appl Environ Microbiol 63, 3119-3122.

Abu-Orf, M.M., Brewster, J., Oleszkiewicz, J., Reimers, R.S., Lagasse, P., Amy, B. and Glindemann,
D. (2004) Production of class A biosolids with anoxic low dose alkaline treatment and odor
management. Water Sci Technol 49(10), 131-138.

Adam, R.D. (1991) The biology of Giardia spp. Microbiol Rev 55(4), 706-732.

Adeyeba, O.A. and Akinbo, J.A. (2002) Pathogenic intestinal parasites and bacterial agents in solid
wastes. East Afr Med J 79(11), 604-610.

Adrian, T., Sassinek, J. and Wigand, R. (1990) Genome type analysis of 480 isolates of adenovirus
types 1, 2, and 5. Arch Virol 112(3-4), 235-248.

Aggarwal, R. and Krawczynski, K. (2000) Hepatitis E: an overview and recent advances in clinical and
laboratory research. J Gastroenterol Hepatol 15(1), 9-20.

Agosto, M.A., lvanovic, T. and Nibert, M.L. (2006) Mammalian reovirus, a nonfusogenic
nonenveloped virus, forms size-selective pores in a model membrane. Proc Natl Acad SciU S A
103(44), 16496-16501.

AGWR (2006) Australian Guidelines for Water Recycling: Managing Health and Environmental risks
(Phase 1). Natural Resource Management Ministerial Council, E.P.a.H.C.a.A.H.M.C. (ed).

AGWR (2008) Australian Guidelines for Water Recycling, Managing Health and Environmental risks.
Natural Resource Management Ministerial Council, E.P.a.H.C.a.A.H.M.C. (ed).

Ahmed, A.U. and Sorensen, D.W. (1995) Kinetics of pathogen destruction during storage of
dewatered biosolids. Water Environment Research 67, 143-150.

Ahmed, W., Harwood, V.J., Gyawali, P., Sidhu, J.P. and Toze, S. (2015) Comparison of concentration
methods for quantitative detection of sewage-associated viral markers in environmental waters. Appl
Environ Microbiol 81(6), 2042-2049.

Alexandrino, M., Grohmann, E. and Szewzyk, U. (2004) Optimization of PCR-based methods for rapid
detection of Campylobacter jejuni, Campylobacter coli and Yersinia enterocolitica serovar 0:3 in
wastewater samples. Water Res 38(5), 1340-1346.

Allsop, K. and Stickler, D.J. (1985) An assessment of Bacteroides fragilis group organisms as
indicators of human faecal pollution. J Appl Bacteriol 58(1), 95-99.

Altukhov, A.A., Ivanov, S.I., Semiotrochev, V.L., Bulegenov, E.I. and Lebedev, K.K. (1975) [Long-term
observation of E1-Tor cholera vibrions in waste waters from public baths]. Zh Mikrobiol Epidemiol
Immunobiol (2), 41-44.

Anaissie, E.J., Penzak, S.R. and Dignani, M.C. (2002) The hospital water supply as a source of
nosocomial infections: a plea for action. Arch Intern Med 162(13), 1483-1492.

APHA (2012) Joint Task Group for Section 9224: Detection of Coliphages. Standard Methods for the
Examination of Water and Waste Water, American Public Health Association, American Water Works
Association, Water Environment Federation, Washington.

Arimi, S.M., Fricker, C.R. and Park, R.W. (1988) Occurrence of ‘thermophilic' campylobacters in
sewage and their removal by treatment processes. Epidemiol Infect 101(2), 279-286.

Arnal, C., Crance, J.M., Gantzer, C., Schwartzbrod, L., Deloince, R. and Billaudel, S. (1998)
Persistence of infectious hepatitis A virus and its genome in artificial seawater. Zentralbl Hyg
Umweltmed 201(3), 279-284.

Arraj, A., Bohatier, J., Aumeran, C., Ballly, J.L., Laveran, H. and Traore, O. (2008) An epidemiological
study of enteric viruses in sewage with molecular characterization by RT-PCR and sequence
analysis. J Water Health 6(3), 351-358.

Arraj, A., Bohatier, J., Laveran, H. and Traore, O. (2005) Comparison of bacteriophage and enteric
virus removal in pilot scale activated sludge plants. J Appl Microbiol 98(2), 516-524.

AWWA (1999) AWWA Manual M 48: Waterborne pathogens.

Baek, K., Park, K., Jung, E., Chung, E., Park, J., Choi, H., Baek, S., Jee, Y., Cheon, D. and Ahn, G.
(2009) Molecular and epidemiological characterization of enteroviruses isolated in Chungham, Korea
from 2005 to 2006. J Microbiol Biotechnol 19(9), 1055-1064.

Baek, K., Yeo, S., Lee, B., Park, K., Song, J., Yu, J., Rheem, I., Kim, J., Hwang, S., Choi, Y., Cheon,
D. and Park, J. (2011) Epidemics of enterovirus infection in Chungnam Korea, 2008 and 2009. Virol J
8, 297.

Baeza, C. and Ducoste, J. (2004) A non-biological surrogate for sequential disinfection processes.
Water Research 38(14-15), 3400-3410.

Methods for Pathogen Isolation, Culture, Detection and Enumeration Page 64




Banning, N., Toze, S. and Mee, B.J. (2003) Persistence of biofilm-associated Escherichia coli and
Pseudomonas aeruginosa in groundwater and treated effluent in a laboratory model system.
Microbiology 149(Pt 1), 47-55.

Barbier, D., Perrine, D., Duhamel, C., Doublet, R. and Georges, P. (1990) Parasitic hazard with
sewage sludge applied to land. Appl Environ Microbiol 56(5), 1420-1422.

Battistone, A., Buttinelli, G., Fiore, S., Amato, C., Bonomo, P., Patti, A.M., Vulcano, A., Barbi, M.,
Binda, S., Pellegrinelli, L., Tanzi, M.L., Affanni, P., Castiglia, P., Germinario, C., Mercurio, P., Cicala,
A., Triassi, M., Pennino, F. and Fiore, L. (2014) Sporadic isolation of Sabin-like polioviruses and high
detection of non-polio enteroviruses during sewage surveillance in seven ltalian cities, after several
years of inactivated polio vaccination. Appl Environ Microbiol.

Bernhard, A.E. and Field, K.G. (2000) A PCR assay To discriminate human and ruminant feces on
the basis of host differences in Bacteroides-Prevotella genes encoding 16S rRNA. Appl Environ
Microbiol 66(10), 4571-4574.

Blaser, M.J., Smith, P.F., Wang, W.L. and Hoff, J.C. (1986) Inactivation of Campylobacter jejuni by
chlorine and monochloramine. Appl Environ Microbiol 51(2), 307-311.

Blatchley, E.R., Gong, W., Rose, J.B., Huffman, D.E., Otaki, M. and Lisle, J.T. (2005) Effects of
wastewater disinfection on human health, Water Environment Research Foundation, Alexandria.
Bofill-Mas, S., Albinana-Gimenez, N., Clemente-Casares, P., Hundesa, A., Rodriguez-Manzano, J.,
Allard, A., Calvo, M. and Girones, R. (2006) Quantification and stability of human adenoviruses and
polyomavirus JCPyV in wastewater matrices. Appl Environ Microbiol 72(12), 7894-7896.

Bofill-Mas, S., Pina, S. and Girones, R. (2000) Documenting the epidemiologic patterns of
polyomaviruses in human populations by studying their presence in urban sewage. Appl Environ
Microbiol 66(1), 238-245.

Bohrerova, Z., Bohrer, G., Mohanraj, S.M., Ducoste, J. and Linden, K.G. (2005) Experimental
measurements of fluence distribution in a UV reactor using fluorescent microspheres. Environ Sci
Technol 39(22), 8925-8930.

Bon, F., Ambert-Balay, K., Giraudon, H., Kaplon, J., Le Guyader, S., Pommepuy, M., Gallay, A.,
Vaillant, V., de Valk, H., Chikhi-Brachet, R., Flahaut, A., Pothier, P. and Kohli, E. (2005) Molecular
epidemiology of caliciviruses detected in sporadic and outbreak cases of gastroenteritis in France
from December 1998 to February 2004. J Clin Microbiol 43(9), 4659-4664.

Bonadonna, L., Della Libera, S., Veschetti, E., Cultilli, D., Ottaviani, M., Divizia, M., Donia, D., Gabrieli,
R., Pana, A., Martini, C. and Anastasi, P. (1999) Reduction of microorganisms in sewage effluent
using hypochlorite and peracetic acid as disinfectants. Cent Eur J Public Health 7(3), 130-132.
Bonjoch, X., Ballese, E. and Blanch, A.R. (2004) Multiplex PCR with 16S rRNA gene-targeted primers
of Bifidobacterium spp. to identify sources of fecal pollution. Applied and Environmental Microbiology
70(5), 3171-3175.

Bouhoum, K. and Schwartzbrod, J. (1989) Quantification of helminth eggs in waste water. Zentralbl
Hyg Umweltmed 188(3-4), 322-330.

Bowman, D.D., Little, M.D. and Reimers, R.S. (2003) Precision and accuracy of an assay for
detecting Ascaris eggs in various biosolid matrices. Water Res 37(9), 2063-2072.

Boyle, M., Ford, T., Maki, J.S. and Mitchell, R. (1991) Biofilms and the survival of opportunistic
pathogens in recycled water. Waste Manag Res 9(5), 465-470.

Brown, C.M., Cann, J.W., Simons, G., Fankhauser, R.L., Thomas, W., Parashar, U.D. and Lewis, M.J.
(2001) Outbreak of Norwalk virus in a Caribbean island resort: application of molecular diagnostics to
ascertain the vehicle of infection. Epidemiol Infect 126(3), 425-432.

Burke, V., Robinson, J., Gracey, M., Peterson, D. and Partridge, K. (1984) Isolation of Aeromonas
hydrophila from a metropolitan water supply: seasonal correlation with clinical isolates. Appl Environ
Microbiol 48(2), 361-366.

Caccio, S.M., De Giacomo, M., Aulicino, F.A. and Pozio, E. (2003) Giardia cysts in wastewater
treatment plants in Italy. Appl Environ Microbiol 69(6), 3393-3398.

Capizzi-Banas, S., Deloge, M., Remy, M. and Schwartzbrod, J. (2004) Liming as an advanced
treatment for sludge sanitisation: helminth eggs elimination--Ascaris eggs as model. Water Res
38(14-15), 3251-3258.

Caplenas, N.R., Kanarek, M.S. and Dufour, A.P. (1981) Source and extent of Klebsiella pneumoniae
in the paper industry. Appl Environ Microbiol 42(5), 779-785.

Cappelier, J.M., Minet, J., Magras, C., Colwell, R.R. and Federighi, M. (1999) Recovery in
embryonated eggs of viable but nonculturable Campylobacter jejuni cells and maintenance of ability
to adhere to HelLa cells after resuscitation. Appl Environ Microbiol 65(11), 5154-5157.

Carducci, A., Arrighi, S. and Ruschi, A. (1995) Detection of coliphages and enteroviruses in sewage
and aerosol from an activated sludge wastewater treatment plant. Lett Appl Microbiol 21(3), 207-209.

Methods for Pathogen Isolation, Culture, Detection and Enumeration Page 65



Carducci, A., Tozzi, E., Rubulotta, E., Casini, B., Cantiani, L., Rovini, E., Muscillo, M. and Pacini, R.
(2000) Assessing airborne biological hazard from urban wastewater treatment. Water Research 34(4),
1173-1178.

Casas, N. and Sunen, E. (2002) Detection of enteroviruses, hepatitis A virus and rotaviruses in
sewage by means of an immunomagnetic capture reverse transcription-PCR assay. Microbiol Res
157(3), 169-175.

Caul, E.O. and Appleton, H. (1982) The electron microscopical and physical characteristics of small
round human fecal viruses: an interim scheme for classification. J Med Virol 9(4), 257-265.

Chang, S.L. and Kabler, P.W. (1956) Detection of cysts of Endamoeba histolytica in tap water by the
use of membrane filter. Am J Hyg 64(2), 170-180.

Charles, K., Ashbolt, N., Ferguson, C., Roser, D., McGuinness, R. and Deere, D. (2003) Centralised
versus decentralised sewage systems: a comparison of pathogen and nutrient loads released into
Sydney's drinking water catchments. Water Sci Technol 48(11-12), 53-60.

Chauret, C., Springthorpe, S. and Sattar, S. (1999) Fate of Cryptosporidium oocysts, Giardia cysts,
and microbial indicators during wastewater treatment and anaerobic sludge digestion. Can J Microbiol
45(3), 257-262.

Chavez, A., Jimenez, B. and Maya, C. (2004) Particle size distribution as a useful tool for microbial
detection. Water Sci Technol 50(2), 179-186.

Choi, S. and Jiang, S.C. (2005) Real-time PCR quantification of human adenoviruses in urban rivers
indicates genome prevalence but low infectivity. Appl Environ Microbiol 71(11), 7426-7433.

Chung, H. and Sobsey, M.D. (1993) Comparative survival of indicator viruses and enteric viruses in
seawater and sediments. Water Science and Technology 27, 425-428.

Cifuentes, E., Blumenthal, U., Ruiz-Palacios, G. and Bennett, S. (1991) Health impact evaluation of
wastewater use in Mexico. Public Health Rev 19(1-4), 243-250.

Clemente-Casares, P., Pina, S., Buti, M., Jardi, R., Martin, M., Bofill-Mas, S. and Girones, R. (2003)
Hepatitis E virus epidemiology in industrialized countries. Emerg Infect Dis 9(4), 448-454.

Cole, D., Long, S.C. and Sobsey, M.D. (2003) Evaluation of F+ RNA and DNA coliphages as source-
specific indicators of fecal contamination in surface waters. Appl Environ Microbiol 69(11), 6507-6514.
Cormier, J., Gutierrez, M., Goodridge, L. and Janes, M. (2014) Concentration of enteric virus indicator
from seawater using granular activated carbon. J Virol Methods 196, 212-218.

Cotte, L., Rabodonirina, M., Chapuis, F., Bailly, F., Bissuel, F., Raynal, C., Gelas, P., Persat, F.,
Piens, M.A. and Trepo, C. (1999) Waterborne outbreak of intestinal microsporidiosis in persons with
and without human immunodeficiency virus infection. J Infect Dis 180(6), 2003-2008.

Cromeans, T.L. and Sobsey, M.D. (2004) Development of molecular methods for detection of
infectious viruses in treated wastewater, Water Environment Research Foundation, Alexandria.
Cruz, J.R., Caceres, P., Cano, F., Flores, J., Bartlett, A. and Torun, B. (1990) Adenovirus types 40
and 41 and rotaviruses associated with diarrhea in children from Guatemala. J Clin Microbiol 28(8),
1780-1784.

Curry, A. and Smith, H.V. (1998) Emerging pathogens: Isospora, Cyclospora and microsporidia.
Parasitology 117 Suppl, S143-159.

Dahab, M.F. and Surampalli, R.Y. (2002) Effects of aerobic and anaerobic digestion systems on
pathogen and pathogen indicator reduction in municipal sludge. Water Sci Technol 46(10), 181-187.
Dai, X. and Hozalski, R.M. (2003) Evaluation of microspheres as surrogates for Cryptosporidium
parvum oocysts in filtration experiments. Environ Sci Technol 37(5), 1037-1042.

Davies, C.M., Long, J.A., Donald, M. and Ashbolt, N.J. (1995) Survival of fecal microorganisms in
marine and freshwater sediments. Appl Environ Microbiol 61(5), 1888-1896.

De Luca, M.M., Pezzani, B.C., Cordoba, M.A. and Basualdo, J.A. (1997) Characterization and
guantitation of parasite species in the effluents of the Berisso main sewage channel, Buenos Aires,
Argentina. Zentralbl Hyg Umweltmed 200(4), 349-357.

De Roda Husman, A.M., Bijkerk, P., Lodder, W., Van Den Berg, H., Pribil, W., Cabaj, A., Gehringer,
P., Sommer, R. and Duizer, E. (2004) Calicivirus inactivation by nonionizing (253.7-nanometer-
wavelength [UV]) and ionizing (gamma) radiation. Appl Environ Microbiol 70(9), 5089-5093.

de Victorica, J. and Galvan, M. (2001) Pseudomonas aeruginosa as an indicator of health risk in
water for human consumption. Water Sci Technol 43(12), 49-52.

de Victorica, J. and Galvan, M. (2003) Preliminary testing of a rapid coupled methodology for
guantitation/viability determination of helminth eggs in raw and treated wastewater. Water Res 37(6),
1278-1287.

Deportes, I., Benoit-Guyod, J.L., Zmirou, D. and Bouvier, M.C. (1998) Microbial disinfection capacity
of municipal solid waste (MSW) composting. J Appl Microbiol 85(2), 238-246.

Desmarais, T.R., Solo-Gabriele, H.M. and Palmer, C.J. (2002) Influence of soil on fecal indicator
organisms in a tidally influenced subtropical environment. Appl Environ Microbiol 68(3), 1165-1172.

Methods for Pathogen Isolation, Culture, Detection and Enumeration Page 66




Desmarchelier, P.M., Wong, F.Y. and Mallard, K. (1995) An epidemiological study of Vibrio cholerae
01 in the Australian environment based on rRNA gene polymorphisms. Epidemiol Infect 115(3), 435-
446.

Donaldson, K.A., Griffin, D.W. and Paul, J.H. (2002) Detection, quantitation and identification of
enteroviruses from surface waters and sponge tissue from the Florida Keys using real-time RT-PCR.
Water Res 36(10), 2505-2514.

Donnellan, S.C., Tyler, M.J., Monis, P., Barclay, A. and Medlin, A. (1999) Do skin peptide profiles
reflect speciation in the Australian treefrog Litoria caerulea (Anura : Hylidae)? Australian Journal of
Zoology 48(1), 33-46.

Dowd, S.E., Gerba, C.P. and Pepper, I.L. (1998a) Confirmation of the human-pathogenic
microsporidia Enterocytozoon bieneusi, Encephalitozoon intestinalis, and Vittaforma corneae in water.
Appl Environ Microbiol 64(9), 3332-3335.

Dowd, S.E., Pillai, S.D., Wang, S. and Corapcioglu, M.Y. (1998b) Delineating the specific influence of
virus isoelectric point and size on virus adsorption and transport through sandy soils. Appl Environ
Microbiol 64(2), 405-410.

Dumontet, S., Scopa, A., Kerje, S. and Krovacek, K. (2001) The importance of pathogenic organisms
in sewage and sewage sludge. J Air Waste Manag Assoc 51(6), 848-860.

Duran, A.E., Muniesa, M., Moce-Llivina, L., Campos, C., Jofre, J. and Lucena, F. (2003) Usefulness
of different groups of bacteriophages as model micro-organisms for evaluating chlorination. J Appl
Microbiol 95(1), 29-37.

Duran, M., Haznedaroglu, B.Z. and Zitomer, D.H. (2006) Microbial source tracking using host specific
FAME profiles of fecal coliforms. Water Res 40(1), 67-74.

Eash, S., Tavares, R., Stopa, E.G., Robbins, S.H., Brossay, L. and Atwood, W.J. (2004) Differential
distribution of the JC virus receptor-type sialic acid in normal human tissues. Am J Pathol 164(2), 419-
428.

Ebdon, J., Muniesa, M. and Taylor, H. (2007) The application of a recently isolated strain of
Bacteroides (GB-124) to identify human sources of faecal pollution in a temperate river catchment.
Water Res 41(16), 3683-3690.

el-Karamany, E.M., Zaher, T.l. and el-Bahnasawy, M.M. (2005) Role of water in the transmission of
cyclosporiarsis in Sharkia Governorate, Egypt. J Egypt Soc Parasitol 35(3), 953-962.

Engel, J.P., Rubin, A.J. and Sproul, O.J. (1983) Inactivation of Naegleria gruberi cysts by chlorinated
cyanurates. Appl Environ Microbiol 46(5), 1157-1162.

Enriquez, C.E., Hurst, C.J. and Gerba, C.P. (1995) Survival of the enteric adenovirus-40 and
adenovirus-41 in tap, sea, and wastewater. Water Res 29, 2548-2553.

Falabi, J.A., Gerba, C.P. and Karpiscak, M.M. (2002) Giardia and Cryptosporidium removal from
waste-water by a duckweed (Lemna gibba L.) covered pond. Lett Appl Microbiol 34(5), 384-387.
Falkinham, J.O., 3rd (2002) Nontuberculous mycobacteria in the environment. Clin Chest Med 23(3),
529-551.

Farkas, K., Varsani, A. and Pang, L. (2015) Adsorption of Rotavirus, MS2 Bacteriophage and
Surface-Modified Silica Nanoparticles to Hydrophobic Matter. Food Environ Virol 7(3), 261-268.
Fayer, R., Morgan, U. and Upton, S.J. (2000) Epidemiology of Cryptosporidium: transmission,
detection and identification. Int J Parasitol 30(12-13), 1305-1322.

Foriers, A., Rombaut, B. and Boeye, A. (1990) Use of high-performance size-exclusion
chromatography for the separation of poliovirus and subviral particles. J Chromatogr 498(1), 105-111.
Formiga-Cruz, M., Hundesa, A., Clemente-Casares, P., Albinana-Gimenez, N., Allard, A. and
Girones, R. (2005) Nested multiplex PCR assay for detection of human enteric viruses in shellfish and
sewage. J Virol Methods 125(2), 111-118.

Fout, G.S., Martinson, B.C., Moyer, M.W. and Dahling, D.R. (2003) A multiplex reverse transcription-
PCR method for detection of human enteric viruses in groundwater. Appl Environ Microbiol 69(6),
3158-3164.

Frost, J.A. (2001) Current epidemiological issues in human campylobacteriosis. Symp Ser Soc Appl
Microbiol (30), 85S-95S.

Fuentes, C., Guix, S., Perez-Rodriguez, F.J., Fuster, N., Carol, M., Pinto, R.M. and Bosch, A. (2014)
Standardized multiplex one-step gRT-PCR for hepatitis A virus, norovirus Gl and GllI quantification in
bivalve mollusks and water. Food Microbiol 40, 55-63.

Gajdusek, D.C., Gibbs, C.J., Jr., Asher, D.M., Brown, P., Diwan, A., Hoffman, P., Nemo, G., Rohwer,
R. and White, L. (1977) Precautions in medical care of, and in handling materials from, patients with
transmissible virus dementia (Creutzfeldt-Jakob disease). N Engl J Med 297(23), 1253-1258.
Galofre, B., Israel, S., Dellunde, J. and Ribas, F. (2004) Aerobic bacterial spores as process
indicators for protozoa cysts in water treatment plants. Water Sci Technol 50(1), 165-172.

Methods for Pathogen Isolation, Culture, Detection and Enumeration Page 67




Gantzer, C., Maul, A., Audic, J.M. and Schwartzbrod, L. (1998) Detection of infectious enteroviruses,
enterovirus genomes, somatic coliphages, and Bacteroides fragilis phages in treated wastewater.
Appl Environ Microbiol 64(11), 4307-4312.

Gauthier, F. and Archibald, F. (2001) The ecology of "fecal indicator" bacteria commonly found in pulp
and paper mill water systems. Water Res 35(9), 2207-2218.

Genthner, F.J., James, J.B., Yates, D.F. and Friedman, S.D. (2005) Use of composite data sets for
source-tracking enterococci in the water column and shoreline interstitial waters on Pensacola Beach,
Florida. Mar Pollut Bull 50(7), 724-732.

Gentsch, J.R., Woods, P.A., Ramachandran, M., Das, B.K., Leite, J.P., Alfieri, A., Kumar, R., Bhan,
M.K. and Glass, R.I. (1996) Review of G and P typing results from a global collection of rotavirus
strains: implications for vaccine development. J Infect Dis 174 Suppl 1, S30-36.

Gerba, C.P., Keswick, B.H., Dupont, H.L. and Fields, H.A. (1984) Isolation of rotavirus and hepatitis
from drinking water. Monogr. Virol 15, 119-125.

Gerba, C.P., Pepper, I.L. and Whitehead, L.F., 3rd (2002) A risk assessment of emerging pathogens
of concern in the land application of biosolids. Water Sci Technol 46(10), 225-230.

Geuenich, H.H. and Muller, H.E. (1984) [Occurrence of Pseudomonas aeruginosa in waste water and
its behavior under biological treatment]. Zentralbl Bakteriol Mikrobiol Hyg [B] 179(3), 259-265.

Gilles, H.M. (1985) Selective primary health care: strategies for control of disease in the developing
world. XVII. Hookworm infection and anemia. Reviews of Infectious Diseases 7(1), 111-118.
Gilpatrick, S.G., Schwab, K.J., Estes, M.K. and Atmar, R.L. (2000) Development of an
immunomagnetic capture reverse transcription-PCR assay for the detection of Norwalk virus. J Virol
Methods 90(1), 69-78.

Goel, S. and Bouwer, E.J. (2004) Factors influencing inactivation of Klebsiella pneumoniae by
chlorine and chloramine. Water Res 38(2), 301-308.

Grabow, W.O. (2001) Bacteriophages: Update on application as models for viruses in water. Water
SA 27(2), 251-268.

Grabow, W.0O.K. (1990) Drinking Water Microbiology - Progress and Recent Developments.
McFeters, G.A. (ed), pp. 185-203, Springer Verlag,, New York.

Grabow, W.O.K., Vrey, A., Uys, M. and De Villiers, J.C. (1998) WRC Report No 540/1/98 Evaluation
of the Application of Bacteriophages as Indicators of Water

Quality, p. 55, Water Research Commission, Pretoria.

Gregory, J.B., Webster, L.F., Griffith, J.F. and Stewart, J.R. (2011) Improved detection and
guantitation of norovirus from water. J Virol Methods 172(1-2), 38-45.

Grobe, S., Wingender, J. and Flemming, H.C. (2001) Capability of mucoid Pseudomonas aeruginosa
to survive in chlorinated water. Int J Hyg Environ Health 204(2-3), 139-142.

Hanninen, M.L., Haajanen, H., Pummi, T., Wermundsen, K., Katila, M.L., Sarkkinen, H., Miettinen, I.
and Rautelin, H. (2003) Detection and typing of Campylobacter jejuni and Campylobacter coli and
analysis of indicator organisms in three waterborne outbreaks in Finland. Appl Environ Microbiol
69(3), 1391-1396.

Haramoto, E., Katayama, H., Asami, M. and Akiba, M. (2012) Development of a novel method for
simultaneous concentration of viruses and protozoa from a single water sample. J Virol Methods
182(1-2), 62-69.

Haramoto, E., Kitajima, M., Kishida, N., Konno, Y., Katayama, H., Asami, M. and Akiba, M. (2013)
Occurrence of pepper mild mottle virus in drinking water sources in Japan. Appl Environ Microbiol
79(23), 7413-7418.

Harvey, P. and Leach, S. (1998) Analysis of coccal cell formation by Campylobacter jejuni using
continuous culture techniques, and the importance of oxidative stress. J Appl Microbiol 85(2), 398-
404.

Harwood, V.J., Levine, A.D., Scott, T.M., Chivukula, V., Lukasik, J., Farrah, S.R. and Rose, J.B.
(2005) Validity of the indicator organism paradigm for pathogen reduction in reclaimed water and
public health protection. Appl Environ Microbiol 71(6), 3163-3170.

Harwood, V.J., Wiggins, B., Hagedorn, C., Ellender, R.D., Gooch, J., Kern, J., Samadpour, M.,
Chapman, A.C., Robinson, B.J. and Thompson, B.C. (2003) Phenotypic library-based microbial
source tracking methods: efficacy in the California collaborative study. J Water Health 1(4), 153-166.
Havelaar, A.H., van Olphen, M. and Drost, Y.C. (1993) F-specific RNA bacteriophages are adequate
model organisms for enteric viruses in fresh water. Appl Environ Microbiol 59(9), 2956-2962.
Havelaar, A.H., Versteegh, J.F. and During, M. (1990) The presence of Aeromonas in drinking water
supplies in The Netherlands. Zentralbl Hyg Umweltmed 190(3), 236-256.

Hawkins, S.A., Layton, A.C., Ripp, S., Williams, D. and Sayler, G.S. (2008) Genome sequence of the
Bacteroides fragilis phage ATCC 51477-B1. Virol J 5, 97.

Hazen, T.C., Fliermans, C.B., Hirsch, R.P. and Esch, G.W. (1978) Prevalence and distribution of
Aeromonas hydrophila in the United States. Appl Environ Microbiol 36(5), 731-738.

Methods for Pathogen Isolation, Culture, Detection and Enumeration Page 68



He, J.W. and Jiang, S. (2005) Quantification of enterococci and human adenoviruses in
environmental samples by real-time PCR. Appl Environ Microbiol 71(5), 2250-2255.

Heim, A., Ebnet, C., Harste, G. and Pring-Akerblom, P. (2003) Rapid and quantitative detection of
human adenovirus DNA by real-time PCR. J Med Virol 70(2), 228-239.

Hernandez-Delgado, E.A. and Toranzos, G.A. (1995) In situ replication studies of somatic and male-
specific coliphages in a tropical pristine river. Water Sci Technol 31(5-6), 247-250.

Hijjawi, N.S., Meloni, B.P., Ng'anzo, M., Ryan, U.M., Olson, M.E., Cox, P.T., Monis, P.T. and
Thompson, R.C. (2004) Complete development of Cryptosporidium parvum in host cell-free culture.
Int J Parasitol 34(7), 769-777.

Howard, I., Espigares, E., Lardelli, P., Martin, J.L. and Espigares, M. (2004) Evaluation of
microbiological and physicochemical indicators for wastewater treatment. Environ Toxicol 19(3), 241-
249,

Hu, C.J., Gibbs, R.A., Mort, N.R., Hofstede, H.T., Ho, G.E. and Unkovich, I. (1996) Giardia and its
implications for sludge disposal. Water Science and Technology 34, 179-186.

Hu, J.Y., Ong, S.L., Song, L.F., Feng, Y.Y., Liu, W.T., Tan, TW., Lee, L.Y. and Ng, W.J. (2003)
Removal of MS2 bacteriophage using membrane technologies. Water Sci Technol 47(12), 163-168.
Huang, P., Weber, J.T., Sosin, D.M,, Griffin, P.M., Long, E.G., Murphy, J.J., Kocka, F., Peters, C. and
Kallick, C. (1995) The first reported outbreak of diarrheal illness associated with Cyclospora in the
United States. Ann Intern Med 123(6), 409-414.

Hunter, P.R. (2000) Waterborne outbreak of microsporidiosis. J Infect Dis 182(1), 380-381.

Ikner, L.A., Gerba, C.P. and Bright, K.R. (2012) Concentration and recovery of viruses from water: a
comprehensive review. Food Environ Virol 4(2), 41-67.

Inglis, G.D. and Kalischuk, L.D. (2004) Direct quantification of Campylobacter jejuni and
Campylobacter lanienae in feces of cattle by real-time quantitative PCR. Appl Environ Microbiol 70(4),
2296-2306.

Iranpour, R., Oh, S., Cox, H.H., Shao, Y.J., Moghaddam, O., Kearney, R.J., Deshusses, M.A.,
Stenstrom, M.K. and Ahring, B.K. (2002) Changing mesophilic wastewater sludge digestion into
thermophilic operation at Terminal Island Treatment Plant. Water Environ Res 74(5), 494-507.
Irving, L.G. and Smith, F.A. (1981) One-year survey of enteroviruses, adenoviruses, and reoviruses
isolated from effluent at an activated-sludge purification plant. Appl Environ Microbiol 41(1), 51-59.
Jacangelo, J.G., Patania, N.L., Trussell, R.R., Haas, C.N. and Gerba, C.P. (2002) Inactivation of
waterborne emerging pathogens by selected disinfectants, American Water Works Association
Research Foundation, Washington.

Jebri, S., Hmaied, F., Lucena, F., Saavedra, M.E., Yahya, M. and Hamdi, M. (2014) A comparison of
two extraction methods for the detection of Enteroviruses in raw sludge. J Virol Methods 200, 1-5.
Jeggli, S., Steiner, D., Joller, H., Tschopp, A., Steffen, R. and Hotz, P. (2004) Hepatitis E,
Helicobacter pylori, and gastrointestinal symptoms in workers exposed to waste water. Occup Environ
Med 61(7), 622-627.

Jimenez-Cisneros, B.E., Maya-Rendon, C. and Salgado-Velazquez, G. (2001) The elimination of
helminth ova, faecal coliforms, Salmonella and protozoan cysts by various physicochemical
processes in wastewater and sludge. Water Sci Technol 43(12), 179-182.

Jimenez, B., Maya, C., Sanchez, E., Romero, A., Lira, L. and Barrios, J.A. (2002) Comparison of the
guantity and quality of the microbiological content of sludge in countries with low and high content of
pathogens. Water Sci Technol 46(10), 17-24.

Jin, B.W., Saito, H. and Yoshii, Z. (1984) Environmental mycobacteria in Korea. |. Distribution of the
organisms. Microbiol Immunol 28(6), 667-677.

Jofre, J. (2009) Is the replication of somatic coliphages in water

environments significant? J Appl Microbiol 106(4), 1059-1069.

Jofre, J., Olle, E., Ribas, F., Vidal, A. and Lucena, F. (1995) Potential usefulness of bacteriophages
that infect Bacteroides fragilis as model organisms for monitoring virus removal in drinking water
treatment plants. Appl Environ Microbiol 61(9), 3227-3231.

Jones, A.M. and Harrison, R.M. (2004) The effects of meteorological factors on atmospheric
bioaerosol concentrations--a review. Sci Total Environ 326(1-3), 151-180.

Jones, D.M., Sutcliffe, E.M. and Curry, A. (1991) Recovery of viable but non-culturable
Campylobacter jejuni. J Gen Microbiol 137(10), 2477-2482.

Jothikumar, N. and Cliver, D.O. (1997) Elution and reconcentration of coliphages in water from
positively charged membrane filters with urea-arginine phosphate buffer. J Virol Methods 65(2), 281-
286.

Kahler, A.M., Cromeans, T.L., Roberts, J.M. and Vincent, R.H. (2011) Source water quality effects on
monochloramine inactivation of adenovirus, coxsackievirus, echovirus, and murine norovirus. Water
Res 45(45), 1745-1751.

Methods for Pathogen Isolation, Culture, Detection and Enumeration Page 69



Katayama, H., Shimasaki, A. and Ohgaki, S. (2002) Development of a virus concentration method
and its application to detection of enterovirus and norwalk virus from coastal seawater. Appl Environ
Microbiol 68(3), 1033-1039.

Keegan, A.K., Monis, P.T., Jagals, P., Toze, S. and Blackbeard, J. (2009) 03-HHE-2: Pathogen risk
indicators for wastewater and biosolids, Water Environment Research Foundation, Alexandria.
Keegan, A.R., Fanok, S., Monis, P.T. and Saint, C.P. (2003) Cell culture-Tagman PCR assay for
evaluation of Cryptosporidium parvum disinfection. Appl Environ Microbiol 69(5), 2505-2511.
Keegan, A.R., Wati, S. and Robinson, B.J. (2012) SWF62M-2114: Chlor(am)ine disinfection of human
pathogenic viruses in recycled waters.

Kennedy, M.A. and Parks, R.J. (2009) Adenovirus virion stability and the viral genome: size matters.
Mol Ther 17(10), 1664-1666.

Khetsuriani, N., LaMonte-Fowlkes, A., Oberste, M.S. and Pallansch, M.A. (2006) Enterovirus
Surveillance --- United States, 1970--2005. MMWR 55, 1-20.

King, B., Fanok, S., Phillips, R., Swaffer, B. and Monis, P. (2015) Integrated cryptosporidium assay to
determine oocyst density, infectivity, and genotype for risk assessment of source and reuse water.
Appl Environ Microbiol 81(10), 3471-3481.

Kirkwood, C., Bogdanovic-Sakran, N., Barnes, G. and Bishop, R. (2004) Rotavirus serotype G9P[8]
and acute gastroenteritis outbreak in children, Northern Australia. Emerg Infect Dis 10(9), 1593-1600.
Kittigul, L., Raengsakulrach, B., Siritantikorn, S., Kanyok, R., Utrarachkij, F., Diraphat, P., Thirawuth,
V., Siripanichgon, K., Pungchitton, S., Chitpirom, K., Chaichantanakit, N. and Vathanophas, K. (2000)
Detection of poliovirus, hepatitis A virus and rotavirus from sewage and water samples. Southeast
Asian J Trop Med Public Health 31(1), 41-46.

Koivunen, J., Siitonen, A. and Heinonen-Tanski, H. (2003) Elimination of enteric bacteria in biological-
chemical wastewater treatment and tertiary filtration units. Water Res 37(3), 690-698.

Korol, S., Fortunato, M.S., Paz, M., Sanahuja, M.C., Lazaro, E., Santini, P. and D'Aquino, M. (1995)
[Water disinfection: comparative activities of ozone and chlorine on a wide spectrum of bacteria]. Rev
Argent Microbiol 27(4), 175-183.

Krikelis, V., Spyrou, N., Markoulatos, P. and Serie, C. (1985) Seasonal distribution of enteroviruses
and adenoviruses in domestic sewage. Can J Microbiol 31(1), 24-25.

Kurogi, H., Inaba, Y., Tanaka, Y., Ito, Y., Sato, K. and Omori, T. (1976) Isolation and properties of
reovirus from cattle in an outbreak of acute respiratory disease. Natl Inst Anim Health Q (Tokyo)
16(2), 39-48.

Kuusi, M., Nuorti, J.P., Hanninen, M.L., Koskela, M., Jussila, V., Kela, E., Miettinen, I. and Ruutu, P.
(2005) A large outbreak of campylobacteriosis associated with a municipal water supply in Finland.
Epidemiol Infect 133(4), 593-601.

Lasobras, J., Dellunde, J., Jofre, J. and Lucena, F. (1999) Occurrence and levels of phages proposed
as surrogate indicators of enteric viruses in different types of sludges. J Appl Microbiol 86(4), 723-
729.

Lau, B.L., Harrington, G.W., Anderson, M.A. and Tejedor, I. (2004) Removal of nano and
microparticles by granular filter media coated with nanoporous aluminium oxide. Water Sci Technol
50(12), 223-228.

Laverick, M.A., Wyn-Jones, A.P. and Carter, M.J. (2004) Quantitative RT-PCR for the enumeration of
noroviruses (Norwalk-like viruses) in water and sewage. Lett Appl Microbiol 39(2), 127-136.

LeCann, P., Ranarijaona, S., S., M., Le Guyader, F. and Ferré, V. (2004) Quantification of human
astroviruses in sewage using real-time RT-PCR. Res Microbiol 155(1), 11-15.

Leclerc, H., Schwartzbrod, L. and Dei-Cas, E. (2002) Microbial agents associated with waterborne
diseases. Crit Rev Microbiol 28(4), 371-409.

Lee, H.K. and Jeong, Y.S. (2004) Comparison of total culturable virus assay and multiplex integrated
cell culture-PCR for reliability of waterborne virus detection. Appl Environ Microbiol 70(6), 3632-3636.
Lehtola, M.J., Torvinen, E., Miettinen, I.T. and Keevil, C.W. (2006) Fluorescence in situ hybridization
using peptide nucleic acid probes for rapid detection of Mycobacterium avium subsp. avium and
Mycobacterium avium subsp. paratuberculosis in potable-water biofilms. Appl Environ Microbiol 72(1),
848-853.

Lewis, M.A., Nath, M.W. and Johnson, J.C. (1983) A multiple extraction--centrifugation method for the
recovery of viruses from waste water treatment plant effluents and sludges. Can J Microbiol 29(12),
1661-1670.

Liberti, R., Bonadonna, L. and Volterra, L. (1990) [Comparative evaluation of Escherichia coli strains
as markers for the study of bacteriophages]. Boll Soc Ital Biol Sper 66(5), 479-485.

Linden, K.G., Moore, S. and Malley, J. (2005) Importance of wavelength for UV inactivation of
adenovirus in water, Whistler, BC Canada.

Ling, P.D., Lednicky, J.A., Keitel, W.A., Poston, D.G., White, Z.S., Peng, R., Liu, Z., Mehta, S.K,,
Pierson, D.L., Rooney, C.M., Vilchez, R.A., Smith, E.O. and Butel, J.S. (2003) The dynamics of

Methods for Pathogen Isolation, Culture, Detection and Enumeration Page 70



herpesvirus and polyomavirus reactivation and shedding in healthy adults: a 14-month longitudinal
study. J Infect Dis 187(10), 1571-1580.

Linnemann, C.C., Jr., Jaffa, R., Gartside, P.S., Scarpino, P.V. and Clark, C.S. (1984) Risk of infection
associated with a wastewater spray irrigation system used for farming. J Occup Med 26(1), 41-44.
Lodder, W.J. and de Roda Husman, A.M. (2005) Presence of noroviruses and other enteric viruses in
sewage and surface waters in The Netherlands. Appl Environ Microbiol 71(3), 1453-1461.

Lodder, W.J., Vinje, J., van De Heide, R., de Roda Husman, A.M., Leenen, E.J. and Koopmans, M.P.
(1999) Molecular detection of Norwalk-like caliciviruses in sewage. Appl Environ Microbiol 65(12),
5624-5627.

Long, J. and Ashbolt, N.J. (1994) Sydney Water Corporation, Sydney.

Long, S.C., Arango, P.C. and Plummer, J.D. (2005) An optimized enumeration method for sorbitol-
fermenting Bifidobacteria in water samples. Can J Microbiol 51(5), 413-422.

Long, S.C. and Sobsey, M.D. (2004) A comparison of the survival of F+RNA and F+DNA coliphages
in lake water microcosms. J Water Health 2(1), 15-22.

Lopman, B.A., Brown, D.W. and Koopmans, M. (2002) Human caliciviruses in Europe. J Clin Virol
24(3), 137-160.

Lopman, B.A., Reacher, M.H., Van Duijnhoven, Y., Hanon, F.X., Brown, D. and Koopmans, M. (2003)
Viral gastroenteritis outbreaks in Europe, 1995-2000. Emerg Infect Dis 9(1), 90-96.

Lucena, F., Duran, A.E., Moron, A., Calderon, E., Campos, C., Gantzer, C., Skraber, S. and Jofre, J.
(2004) Reduction of bacterial indicators and bacteriophages infecting faecal bacteria in primary and
secondary wastewater treatments. J Appl Microbiol 97(5), 1069-1076.

Malenovska, H. (2013) Virus quantitation by transmission electron microscopy, TCID(5)(0), and the
role of timing virus harvesting: a case study of three animal viruses. J Virol Methods 191(2), 136-140.
Marshall, M.M., Naumovitz, D., Ortega, Y. and Sterling, C.R. (1997) Waterborne protozoan
pathogens. Clin Microbiol Rev 10(1), 67-85.

Martiny, H., Wlodavezyk, K., Harms, G. and Ruden, H. (1988) [The use of UV rays for the disinfection
of water. |. Microbiologic studies of drinking water]. Zentralbl Bakteriol Mikrobiol Hyg [B] 185(4-5),
350-367.

Massa, S., Armuzzi, R., Tosques, M., Canganella, F. and Trovatelli, L.D. (1999) Note: susceptibility to
chlorine of Aeromonas hydrophila strains. J Appl Microbiol 86(1), 168-173.

McCuin, R.M. and Clancy, J.L. (2005) Methods for the recovery, isolation and detection of
Cryptosporidium oocysts in wastewaters. J Microbiol Methods 63(1), 73-88.

McFerran, J.B., Clarke, J.K. and Connor, T.J. (1971) The size of some mammalian picornaviruses. J
Gen Virol 10(3), 279-284.

McLaughlin, J.B., DePaola, A., Bopp, C.A., Martinek, K.A., Napolilli, N.P., Allison, C.G., Murray, S.L.,
Thompson, E.C., Bird, M.M. and Middaugh, J.P. (2005) Outbreak of Vibrio parahaemolyticus
gastroenteritis associated with Alaskan oysters. N Engl J Med 353(14), 1463-1470.

Medema, G.J., Schets, F.M., van de Giessen, A.W. and Havelaar, A.H. (1992) Lack of colonization of
1 day old chicks by viable, non-culturable Campylobacter jejuni. J Appl Bacteriol 72(6), 512-516.
Medema, G.J. and Schijven, J.F. (2001) Modelling the sewage discharge and dispersion of
Cryptosporidium and Giardia in surface water. Water Res 35(18), 4307-4316.

Mena, K.D., Gerba, C.P., Haas, C.N. and Rose, J.B. (2003) Risk assessment of waterborne
coxsackievirus. Journal of American Water Works Association 95(7), 122-131.

Michen, B. and Graule, T. (2010) Isoelectric points of viruses. J Appl Microbiol 109(2), 388-397.
Moce-Llivina, L., Muniesa, M., Pimenta-Vale, H., Lucena, F. and Jofre, J. (2003) Survival of bacterial
indicator species and bacteriophages after thermal treatment of sludge and sewage. Appl Environ
Microbiol 69(3), 1452-1456.

Monfort, P. and Baleux, B. (1990) Dynamics of Aeromonas hydrophila, Aeromonas sobria, and
Aeromonas caviae in a sewage treatment pond. Appl Environ Microbiol 56(7), 1999-2006.

Monis, P.T. and Thompson, R.C. (2003) Cryptosporidium and Giardia-zoonoses: fact or fiction? Infect
Genet Evol 3(4), 233-244.

Monroe, S.S., Ando, T. and Glass, R.l. (2000) Introduction: human enteric caliciviruses-an emerging
pathogen whose time has come. J Infect Dis 181 Suppl 2, S249-251.

Montemayor, M., Valero, F., Jofre, J. and Lucena, F. (2005) Occurrence of Cryptosporidium spp.
oocysts in raw and treated sewage and river water in north-eastern Spain. J Appl Microbiol 99(6),
1455-1462.

Moriyama, M., Kaneko, M., Matsumura, H., Fukushima, A., Aoki, H., Tanaka, N., Kuroda, K., Shimizu,
K., Hiraishi, K. and Arakawa, Y. (2005) Removal of hepatitis C virus by G-1 beads in sera from
patients with chronic hepatitis C. Intervirology 48(2-3), 84-88.

Morsy EI-Senousy, W., Guix, S., Abid, |., Pinto, R.M. and Bosch, A. (2007) Removal of astrovirus from
water and sewage treatment plants, evaluated by a competitive reverse transcription-PCR. Appl
Environ Microbiol 73(1), 164-167.

Methods for Pathogen Isolation, Culture, Detection and Enumeration Page 71



Mulders, M.N., Lipskaya, G.Y., van der Avoort, H.G., Koopmans, M.P., Kew, O.M. and van Loon, A.M.
(1995) Molecular epidemiology of wild poliovirus type 1 in Europe, the Middle East, and the Indian
subcontinent. J Infect Dis 171(6), 1399-1405.

Muniesa, M. and Jofre, J. (2004) Factors influencing the replication of somatic coliphages in the water
environment. Antonie Van Leeuwenhoek 86(1), 65-76.

Nairn, C., Lovatt, A. and Galbraith, D.N. (2003) Detection of infectious bovine polyomavirus.
Biologicals 31(4), 303-306.

Nelson, K.L., Cisneros, B.J., Tchobanoglous, G. and Darby, J.L. (2004) Sludge accumulation,
characteristics, and pathogen inactivation in four primary waste stabilization ponds in central Mexico.
Water Res 38(1), 111-127.

Nickeleit, V., Klimkait, T., Binet, I.F., Dalquen, P., Del Zenero, V., Thiel, G., Mihatsch, M.J. and Hirsch,
H.H. (2000) Testing for Polyomavirus Type BK DNA in Plasma to Identify Renal-Allograft Recipients
with Viral Nephropathy. N Engl J Med 342(18), 1309-1315.

Nicosia, L.A., Rose, J.B., Stark, L. and Stewart, M.T. (2001) A field study of virus removal in septic
tank drainfields. Journal of Environmental Quality 30(6), 1933-1939.

Niemi, R.M., Kytovaara, A., Paakkonen, J. and Lahti, K. (2004) Removal of F-specific RNA
bacteriophages in artificial recharge of groundwater--a field study. Water Sci Technol 50(1), 155-158.
Norman, K.L. and Lee, P.W. (2000) Reovirus as a novel oncolytic agent. J Clin Invest 105(8), 1035-
1038.

O'Donnell, C.J., Meyer, K.B., Jones, J.V., Benton, T., Kaneshiro, E.S., Nichols, J.S. and Schaefer,
F.W., 3rd (1984) Survival of parasite eggs upon storage in sludge. Appl Environ Microbiol 48(3), 618-
625.

Oberste, M.S., Nix, W.A_, Kilpatrick, D.R., Flemister, M.R. and Pallansch, M.A. (2003) Molecular
epidemiology and type-specific detection of echovirus 11 isolates from the Americas, Europe, Africa,
Australia, southern Asia and the Middle East. Virus Res 91(2), 241-248.

Oshima, K.H., Evans-Strickfaden, T.T., Highsmith, A.K. and Ades, E.W. (1995) The removal of
phages T1 and PP7, and poliovirus from fluids with hollow-fiber ultrafilters with molecular weight cut-
offs of 50,000, 13,000, and 6000. Can J Microbiol 41(4-5), 316-322.

Palmer, C.J., Lee, M.H., Bonilla, G.F., Javier, B.J., Siwak, E.B. and Tsai, Y.L. (1995) Analysis of
sewage effluent for human immunodeficiency virus (HIV) using infectivity assay and reverse
transcriptase polymerase chain reaction. Can J Microbiol 41(9), 809-815.

Pang, L., Farkas, K., Bennett, G., Varsani, A., Easingwood, R., Tilley, R., Nowostawska, U. and Lin,
S. (2014) Mimicking filtration and transport of rotavirus and adenovirus in sand media using DNA-
labeled, protein-coated silica nanoparticles. Water Res 62, 167-179.

Pang, X.L., Lee, B.E., Pabbaraju, K., Gabos, S., Craik, S., Payment, P. and Neumann, N. (2012) Pre-
analytical and analytical procedures for the detection of enteric viruses and enterovirus in water
samples. J Virol Methods 184(1-2), 77-83.

Paulino, R.C., Castro, E.A. and Thomaz-Soccol, V. (2001) [Sludge anaerobic treatment and its
efficiency in reducing the viability of helminth eggs]. Rev Soc Bras Med Trop 34(5), 421-428.
Payment, P., Plante, R. and Cejka, P. (2001) Removal of indicator bacteria, human enteric viruses,
Giardia cysts, and Cryptosporidium oocysts at a large wastewater primary treatment facility. Can J
Microbiol 47(3), 188-193.

Pezzana, A., Vilagines, P., Bordet, F., Coquard, D., Sarrette, B. and Vilagines, R. (2000) Optimization
of the Envirochek capsule method and immunomagnetic separation procedure for the detection of low
levels of Cryptosporidium in large drinking water samples. Water Sci Technol 41(7), 111-117.

Pickert, A. and Botzenhart, K. (1985) [Survival of Campylobacter jejuni in drinking water, river water
and sewage]. Zentralbl Bakteriol Mikrobiol Hyg [B] 182(1), 49-57.

Pina, S., Puig, M., Lucena, F., Jofre, J. and Girones, R. (1998) Viral pollution in the environment and
in shellfish: human adenovirus detection by PCR as an index of human viruses. Appl Environ
Microbiol 64(9), 3376-3382.

Poffe, R. and Op de Beeck, E. (1991) Enumeration of Aeromonas hydrophila from domestic
wastewater treatment plants and surface waters. J Appl Bacteriol 71(4), 366-370.

Pommepuy, M., Dumas, F., Caprais, M.P., Camus, P., Le Mennec, C., Parnaudeau, S., Haugarreau,
L., Sarrette, B., Vilagines, P., Pothier, P., Kholi, E. and Le Guyader, F. (2004) Sewage impact on
shellfish microbial contamination. Water Sci Technol 50(1), 117-124.

Pourcher, A.M., Morand, P., Picard-Bonnaud, F., Billaudel, S., Monpoeho, S., Federighi, M., Ferre, V.
and Moguedet, G. (2005) Decrease of enteric micro-organisms from rural sewage sludge during their
composting in straw mixture. J Appl Microbiol 99(3), 528-539.

Provost, P.J., Wolanski, B.S., Miller, W.J., Ittensohn, O.L., McAleer, W.J. and Hilleman, M.R. (1975)
Physical, chemical and morphologic dimensions of human hepatitis A virus strain CR326 (38578).
Proc Soc Exp Biol Med 148(2), 532-539.

Methods for Pathogen Isolation, Culture, Detection and Enumeration Page 72



Puig, A., Queralt, N., Jofre, J. and Araujo, R. (1999) Diversity of Bacteroides fragilis strains in their
capacity to recover phages from human and animal wastes and from fecally polluted wastewater.
Appl Environ Microbiol 65(4), 1772-1776.

Pusch, D., Oh, D.Y., Wolf, S., Dumke, R., Schroter-Bobsin, U., Hohne, M., Roske, I. and Schreier, E.
(2005) Detection of enteric viruses and bacterial indicators in German environmental waters. Arch
Virol 150(5), 929-947.

Quintero-Betancourt, W., Peele, E.R. and Rose, J.B. (2002) Cryptosporidium parvum and Cyclospora
cayetanensis: a review of laboratory methods for detection of these waterborne parasites. J Microbiol
Methods 49(3), 209-224.

Raizman, E.A., Wells, S.J., Godden, S.M., Bey, R.F., Oakes, M.J., Bentley, D.C. and Olsen, K.E.
(2004) The distribution of Mycobacterium avium ssp. paratuberculosis in the environment surrounding
Minnesota dairy farms. J Dairy Sci 87(9), 2959-2966.

Rangel, J.M., Sparling, P.H., Crowe, C., Griffin, P.M. and Swerdlow, D.L. (2005) Epidemiology of
Escherichia coli O157:H7 outbreaks, United States, 1982-2002. Emerg Infect Dis 11(4), 603-609.
Rao, D.C., Ananda Babu, M., Raghavendra, A., Dhananjaya, D., Kumar, S. and Maiya, P.P. (2013)
Non-polio enteroviruses and their association with acute diarrhea in children in India. Infect Genet
Evol 17, 153-161.

Rao, V.C., Metcalf, T.G. and Melnick, J.L. (1986) Human viruses in sediments, sludges, and soils. Bull
World Health Organ 64(1), 1-13.

Regel, R., Hiedenreich, C. and Keegan, A.R. (2012) Full scale MS2 testing of the Glenelg RWTP UF
membrane process. JAWA Water 39(6), 63-68.

Rimhanen-Finne, R., Vuorinen, A., Marmo, S., Malmberg, S. and Hanninen, M.L. (2004) Comparative
analysis of Cryptosporidium, Giardia and indicator bacteria during sewage sludge hygienization in
various composting processes. Lett Appl Microbiol 38(4), 301-305.

Rollins, D.M. and Colwell, R.R. (1986) Viable but nonculturable stage of Campylobacter jejuni and its
role in survival in the natural aquatic environment. Appl Environ Microbiol 52(3), 531-538.

Rose, J.B., Farrah, S., Harwood, V., Levine, A., Lukasik, J., Menendez, P. and Scaott, T. (2004)
Reduction of pathogens, indicator bacteria, and alternative indicators by wastewater treatment and
reclamation processes, Water Environment Research Foundation, Alexandria.

Rudnick, J.R., Beck-Sague, C.M., Anderson, R.L., Schable, B., Miller, J.M. and Jarvis, W.R. (1996)
Gram-negative bacteremia in open-heart-surgery patients traced to probable tap-water contamination
of pressure-monitoring equipment. Infect Control Hosp Epidemiol 17(5), 281-285.

Sahlstrom, L., Aspan, A., Bagge, E., Tham, M.L. and Albihn, A. (2004) Bacterial pathogen incidences
in sludge from Swedish sewage treatment plants. Water Res 38(8), 1989-1994.

Sanguinetti, G.S., Tortul, C., Garcia, M.C., Ferrer, V., Montangero, A. and Strauss, M. (2005)
Investigating helminth eggs and Salmonella sp. in stabilization ponds treating septage. Water Sci
Technol 51(12), 239-247.

Sano, D., Watanabe, T., Matsuo, T. and Omura, T. (2004) Detection of infectious pathogenic viruses
in water and wastewater samples from urbanised areas. Water Sci Technol 50(1), 247-251.

Schaper, M., Jofre, J., Uys, M. and Grabow, W.0O. (2002) Distribution of genotypes of F-specific RNA
bacteriophages in human and non-human sources of faecal pollution in South Africa and Spain. J
Appl Microbiol 92(4), 657-667.

Schulze-Robbecke, R. (1993) [Mycobacteria in the environment]. Immun Infekt 21(5), 126-131.
Schwartzbrod, L., Bosch, A., Lucena, F., Girones, R., Beril, C. and Jofre, J. (1989) Recovery of solid-
associated virus: evaluation of different procedures. Zentralbl Hyg Umweltmed 188(6), 559-565.
Sedmak, G., Bina, D., Macdonald, J. and Couillard, L. (2005) Nine-year study of the occurrence of
culturable viruses in source water for two drinking water treatment plants and the influent and effluent
of a Wastewater Treatment Plant in Milwaukee, Wisconsin (August 1994 through July 2003). Appl
Environ Microbiol 71(2), 1042-1050.

September, S.M., Brozel, V.S. and Venter, S.N. (2004) Diversity of nontuberculoid Mycobacterium
species in biofilms of urban and semiurban drinking water distribution systems. Appl Environ Microbiol
70(12), 7571-7573.

Sherchan, S.P., Snyder, S.A., Gerba, C.P. and Pepper, I.L. (2014) Inactivation of MS2 coliphage by
UV and hydrogen peroxide: comparison by cultural and molecular methodologies. J Environ Sci
Health A Tox Hazard Subst Environ Eng 49(4), 397-403.

Sherchand, J.B., Cross, J.H., Jimba, M., Sherchand, S. and Shrestha, M.P. (1999) Study of
Cyclospora cayetanensis in health care facilities, sewage water and green leafy vegetables in Nepal.
Southeast Asian J Trop Med Public Health 30(1), 58-63.

Shibayama, M., Navarro-Garcia, F., Lopez-Revilla, R., Martinez-Palomo, A. and Tsutsumi, V. (1997)
In vivo and in vitro experimental intestinal amebiasis in Mongolian gerbils (Meriones unguiculatus).
Parasitol Res 83(2), 170-176.

Methods for Pathogen Isolation, Culture, Detection and Enumeration Page 73



Shieh, Y.S., Wait, D., Tai, L. and Sobsey, M.D. (1995) Methods to remove inhibitors in sewage and
other fecal wastes for enterovirus detection by the polymerase chain reaction. J Virol Methods 54(1),
51-66.

Sidhu, J., Gibbs, R.A., Ho, G.E. and Unkovich, I. (2001) The role of indigenous microorganisms in
suppression of Salmonella regrowth in composted biosolids. Water Res 35(4), 913-920.

Sidhu, J.P., Ahmed, W. and Toze, S. (2013) Sensitive detection of human adenovirus from small
volume of primary wastewater samples by quantitative PCR. J Virol Methods 187(2), 395-400.
Simmons, D.G., Miller, S.E., Gray, J.G., Blalock, H.G. and Colwell, W.M. (1976) Isolation and
identification of a turkey respiratory adenovirus. Avian Dis 20(1), 65-74.

Simpson, D., Jacangelo, J., Loughran, P. and Mcllroy, C. (2003) Investigation of potential surrogate
organisms and public health risk in UV irradiated secondary effluent. Water Sci Technol 47(9), 37-43.
Sinclair, M.1., Hellard, M.E., Wolfe, R., Mitakakis, T.Z., Leder, K. and Fairley, C.K. (2005) Pathogens
causing community gastroenteritis in Australia. Journal of Gastroenterology and Hepatology 20, 1685-
1690.

Sinton, L.W., Hall, C.H., Lynch, P.A. and Davies-Colley, R.J. (2002) Sunlight inactivation of fecal
indicator bacteria and bacteriophages from waste stabilization pond effluent in fresh and saline
waters. Appl Environ Microbiol 68(3), 1122-1131.

Sirikanchana, K., Shisler, J.L. and Marinas, B.J. (2008) Inactivation Kinetics of adenovirus serotype 2
with monochloramine. Water Res 42, 1467-1474.

Sisti, M., Albano, A. and Brandi, G. (1998) Bactericidal effect of chlorine on motile Aeromonas spp. in
drinking water supplies and influence of temperature on disinfection efficacy. Lett Appl Microbiol
26(5), 347-351.

Skanavis, C. and Yanko, W.A. (1994) Evaluation of composted sewage sludge based soil
amendments for potential risks of Salmonellosis. Journal of Environmental health 56(7), 19-23.
Slifko, T.R., Smith, H.V. and Rose, J.B. (2000) Emerging parasite zoonoses associated with water
and food. Int J Parasitol 30(12-13), 1379-1393.

Smith, AW., Skilling, D.E., Cherry, N., Mead, J.H. and Matson, D.O. (1998) Calicivirus emergence
from ocean reservoirs: zoonotic and interspecies movements. Emerg Infect Dis 4(1), 13-20.

Soller, J., Olivieri, A., Eisenberg, D., Trussell, R. and Tchobanoglous, G. (2002) Discussion of:
Microfiltration of municipal wastewater for disinfection and advanced phosphorus removal: results
from trials with different small-scale pilot plants, R. Gnirss, J. Dittrich, 72, 602 (2000). Water Environ
Res 74(2), 210-211; author reply 212.

Spinner, M.L. and Di Giovanni, G.D. (2001) Detection and identification of mammalian reoviruses in
surface water by combined cell culture and reverse transcription-PCR. Appl Environ Microbiol 67(7),
3016-3020.

Stampi, S., De Luca, G., Varoli, O. and Zanetti, F. (1999) Occurrence, removal and seasonal variation
of thermophilic campylobacters and Arcobacter in sewage sludge. Zentralbl Hyg Umweltmed 202(1),
19-27.

Stampi, S., Varoli, O., de Luca, G. and Zanetti, F. (1992) Occurrence, removal and seasonal variation
of "thermophilic" campylobacters in a sewage treatment plant in Italy. Zentralbl Hyg Umweltmed
193(3), 199-210.

Stewart-Pullaro, J., Daugomah, J.W., Chestnut, D.E., Graves, D.A., Sobsey, M.D. and Scott, G.I.
(2006) F+ RNA coliphage typing for microbial source tracking in surface waters. J Appl Microbiol
101(5), 1015-1026.

Storey, M.V. and Ashbolt, N.J. (2003) Enteric virions and microbial biofilms--a secondary source of
public health concern? Water Sci Technol 48(3), 97-104.

Sturbaum, G.D., Ortega, Y.R., Gilman, R.H., Sterling, C.R., Cabrera, L. and Klein, D.A. (1998)
Detection of Cyclospora cayetanensis in wastewater. Appl Environ Microbiol 64(6), 2284-2286.
Sugimoto, C., Kitamura, T., Guo, J., Al-Ahdal, M.N., Shchelkunov, S.N., Otova, B., Ondrejka, P.,
Chollet, J.Y., EI-Safi, S., Ettayebi, M., Gresenguet, G., Kocagoz, T., Chaiyarasamee, S., Thant, K.Z.,
Thein, S., Moe, K., Kobayashi, N., Taguchi, F. and Yogo, Y. (1997) Typing of urinary JC virus DNA
offers a novel means of tracing human migrations. Proc Natl Acad Sci U S A 94(17), 9191-9196.
Tani, N., Dohi, Y., Kurumatani, N. and Yonemasu, K. (1995) Seasonal distribution of adenoviruses,
enteroviruses and reoviruses in urban river water. Microbiol Immunol 39(8), 577-580.

Tanner, B.D., Kuwahara, S., Gerba, C.P. and Reynolds, K.A. (2004) Evaluation of electrochemically
generated ozone for the disinfection of water and wastewater. Water Sci Technol 50(1), 19-25.
Tartera, C., Lucena, F. and Jofre, J. (1989) Human origin of Bacteroides fragilis bacteriophages
present in the environment. Appl Environ Microbiol 55(10), 2696-2701.

Taylor, R.H., Falkinham, J.O., 3rd, Norton, C.D. and LeChevallier, M.W. (2000) Chlorine, chloramine,
chlorine dioxide, and ozone susceptibility of Mycobacterium avium. Appl Environ Microbiol 66(4),
1702-1705.

Methods for Pathogen Isolation, Culture, Detection and Enumeration Page 74




Thompson, S.S., Jackson, J.L., Suva-Castillo, M., Yanko, W.A., El Jack, Z., Kuo, J., Chen, C.L.,
Williams, F.P. and Schnurr, D.P. (2003) Detection of infectious human adenoviruses in tertiary-treated
and ultraviolet-disinfected wastewater. Water Environ Res 75(2), 163-170.

Tree, J.A., Adams, M.R. and Lees, D.N. (2005) Disinfection of feline calicivirus (a surrogate for
Norovirus) in wastewaters. J Appl Microbiol 98(1), 155-162.

Trujillo, A.A., McCaustland, K.A., Zheng, D.P., Hadley, L.A., Vaughn, G., Adams, S.M., Ando, T.,
Glass, R.I. and Monroe, S.S. (2006) Use of TagMan real-time reverse transcription-PCR for rapid
detection, quantification, and typing of norovirus. J Clin Microbiol 44(4), 1405-1412.

Vaerewijck, M.J., Huys, G., Palomino, J.C., Swings, J. and Portaels, F. (2005) Mycobacteria in
drinking water distribution systems: ecology and significance for human health. FEMS Microbiol Rev
29(5), 911-934.

Vaidya, S.R., Tilekar, B.N., Walimbe, A.M. and Arankalle, V.A. (2003) Increased risk of hepatitis E in
sewage workers from India. J Occup Environ Med 45(11), 1167-1170.

Vally, H., Whittle, A., Cameron, S., Dowse, G.K. and Watson, T. (2004) Outbreak of Aeromonas
hydrophila wound infections associated with mud football. Clin Infect Dis 38(8), 1084-1089.

van den Berg, H., Lodder, W., van der Poel, W., Vennema, H. and de Roda Husman, A.M. (2005)
Genetic diversity of noroviruses in raw and treated sewage water. Res Microbiol 156(4), 532-540.
van der Kooij, D. (1991) Nutritional requirements of aeromonads and their multiplication in drinking
water. Experientia 47(5), 444-446.

Venczel, L.V., Likirdopulos, C.A., Robinson, C.E. and Sobsey, M.D. (2004) Inactivation of enteric
microbes in water by electro-chemical oxidant from brine (NaCl) and free chlorine. Water Sci Technol
50(1), 141-146.

Vesey, G., Slade, J.S., Byrne, M., Shepherd, K. and Fricker, C.R. (1993) A new method for the
concentration of Cryptosporidium oocysts from water. J Appl Bacteriol 75(1), 82-86.

Vidales, J.A., Gerba, C.P. and Karpiscak, M.M. (2003) Virus removal from wastewater in a
multispecies subsurface-flow constructed wetland. Water Environ Res 75(3), 238-245.

Vinje, J., Oudejans, S.J., Stewart, J.R., Sobsey, M.D. and Long, S.C. (2004) Molecular detection and
genotyping of male-specific coliphages by reverse transcription-PCR and reverse line blot
hybridization. Appl Environ Microbiol 70(10), 5996-6004.

von Sperling, M., Bastos, R.K. and Kato, M.T. (2005) Removal of E. coli and helminth eggs in UASB:
Polishing pond systems in Brazil. Water Sci Technol 51(12), 91-97.

von Sperling, M., Chernicharo, C.A., Soares, A.M. and Zerbini, A.M. (2003) Valuation and modelling
of helminth eggs removal in baffled and unbaffled ponds treating anaerobic effluent. Water Sci
Technol 48(2), 113-120.

Wang, C.C., Chang, C.W., Chu, C.P., Lee, D.J., Chang, B.V. and Liao, C.S. (2003) Hydrogen
production from wastewater sludge using a Clostridium strain. J Environ Sci Health A Tox Hazard
Subst Environ Eng 38(9), 1867-1875.

Wang, J., Mauser, A., Chao, S.F., Remington, K., Treckmann, R., Kaiser, K., Pifat, D. and Hotta, J.
(2004) Virus inactivation and protein recovery in a novel ultraviolet-C reactor. Vox Sang 86(4), 230-
238.

Weber, C.A., Wertheimer, S.J. and Ognjan, A. (1995) Aeromonas hydrophila--its implications in
freshwater injuries. J Foot Ankle Surg 34(5), 442-446.

Westrell, T., Schonning, C., Stenstrom, T.A. and Ashbolt, N.J. (2004) QMRA (quantitative microbial
risk assessment) and HACCP (hazard analysis and critical control points) for management of
pathogens in wastewater and sewage sludge treatment and reuse. Water Sci Technol 50(2), 23-30.
Wheeler, A.L., Hartel, P.G., Godfery, D.G., J.L., H. and W.I., S. (2002) Potential of Enterococcus
faecalis as a human faecal indicator for microbial source tracking. Journal of Environment Quality 31,
1286-1293.

Whittington, R.J., Marsh, I.B. and Reddacliff, L.A. (2005) Survival of Mycobacterium avium subsp.
paratuberculosis in dam water and sediment. Appl Environ Microbiol 71(9), 5304-5308.

Withey, S., Cartmell, E., Avery, L.M. and Stephenson, T. (2005) Bacteriophages--potential for
application in wastewater treatment processes. Sci Total Environ 339(1-3), 1-18.

Wobus, C.E., Karst, S.M., Thackray, L.B., Chang, K.O., Sosnovtsev, S.V., Belliot, G., Krug, A.,
Mackenzie, J.M., Green, K.Y. and Virgin, H.W. (2004) Replication of Norovirus in cell culture reveals a
tropism for dendritic cells and macrophages. PLoS Biol 2(12), e432.

Woessner, W.W., Ball, P.N., DeBorde, D.C. and Troy, T.L. (2001) Viral transport in a sand and gravel
aquifer under field pumping conditions. Ground Water 39(6), 886-894.

Wolk, D.M., Johnson, C.H., Rice, E.W., Marshall, M.M., Grahn, K.F., Plummer, C.B. and Sterling, C.R.
(2000) A spore counting method and cell culture model for chlorine disinfection studies of
Encephalitozoon syn. Septata intestinalis. Appl Environ Microbiol 66(4), 1266-1273.

Methods for Pathogen Isolation, Culture, Detection and Enumeration Page 75



Woody, M.A. and Cliver, D.O. (1997) Replication of coliphage Q beta as affected by host cell number,
nutrition, competition from insusceptible cells and non-FRNA coliphages. J Appl Microbiol 82(4), 431-
440.

Wright, M.S. and Collins, P.A. (1997) Waterborne transmission of Cryptosporidium, Cyclospora and
Giardia. Clin Lab Sci 10(5), 287-290.

Yang, R., Paparini, A., Monis, P. and Ryan, U. (2014) Comparison of next-generation droplet digital
PCR (ddPCR) with quantitative PCR (qPCR) for enumeration of Cryptosporidium oocysts in faecal
samples. Int J Parasitol 44(14), 1105-1113.

Yanko, W.A., De Leon, R., Rochelle, P.A. and Chen, W. (2004) 97-HHE-1: Development of practical
methods to assess the presence of bacterial pathogens in water, Water Environment Research
Foundation, Alexandria.

Zaleski, K.J., Josephson, K.L., Gerba, C.P. and Pepper, I.L. (2005) Potential regrowth and
recolonization of salmonellae and indicators in biosolids and biosolid-amended soil. Appl Environ
Microbiol 71(7), 3701-3708.

Methods for Pathogen Isolation, Culture, Detection and Enumeration Page 76



Appendix I: Candidate pathogens and indicators
for Wastewater

CLASS: VIRUSES
Organism: Adenovirus
Type: Pathogen

Level of importance to the industry: Human adenoviruses are ubiquitous pathogens which cause a
variety of diseases ranging from respiratory illness and keratoconjunctivitis to gastroenteritis. Fifty-one
known human adenovirus serotypes are organized into six subgroups (A—F). Adenovirus serotypes 40
(Ad40) and 41 (Ad41) are the second most common etiological agents of gastroenteritis in children
after rotaviruses (Cruz et al. 1990).

Adenoviruses are rated as highly important on the basis of their resistance to low and (to a lesser
extent medium) pressure UV and their use by health regulators as one of the criteria in the
assessment of the safety of re-use water. They are also on the US EPA drinking water contaminant
candidate list (http://www.epa.gov/safewater/ccl/). Human adenovirus are reported to be more
thermostable (Enriquez et al. 1995) and UV stable than other enteric viruses (Falabi et al. 2002).
Doses in excess of 225 mJ/cm” are necessary for complete inactivation of the gastrointestinal
adenoviruses types 40/41 (Donnellan et al. 1999, Moriyama et al. 2005), although medium pressure
UV is more effective (approximately double the kill for the equivalent dose, (Linden et al. 2005). The
increased UV resistance might be due to DNA repair by host cell mechanisms. They can survive in
the environment for a prolonged period (Falabi et al. 2002) and consequently, their presence and
survival in biosolids is a cause of major concern.

Geographical distribution: Believed to be widely distributed (Tanner et al. 2004), reports on its
presence in wastewater are from USA (Falabi et al. 2002), Greece (Krikelis et al. 1985) Europe
(Adrian et al. 1990) and Australia (Irving and Smith 1981). However, no single study has examined
the broader geographic distribution of adenoviruses in wastewater or biosolids. Cases of infection in
the general population are reported throughout the world, including South Africa, Australia and New
Zealand.

Representative of other pathogens in the same class: Adenoviruses were isolated less frequently
in wastewater influent compared with enterovirus and reovirus in a 9 year study (Sedmak et al. 2005).
No study found on direct comparison of the behaviour of adenovirus versus other viruses during
wastewater treatment or in biosolids. Based on culture dependent techniques, reduction of adenovirus
(85%) by activated sludge treatment is lower compared to enteric viruses (93%) (Irving and Smith
1981, Long and Ashbolt 1994). On the basis of the high UV resistance of adenovirus (Thompson et al.
2003) it is not likely to be representative of other viruses e.g. relatively more resistant than
enteroviruses and considerably more so than polioviruses and feline caliciviruses (Tree et al. 2005). It
is also more thermostable compared to polio virus and HAV in tap water and sea water, although only
marginally more stable in waste water (Enriquez et al. 1995). A risk assessment study of biosolids
suggested that adenoviruses were amongst the most thermally resistant viruses (Falabi et al. 2002).

Presence in multiple matrices: Yes. Since they are present in most moderate-sized populations
and excreted in stools, they can be expected to be present in wastewater, sludge and biosolids. There
is limited literature on the detection of Adenoviruses in biosolids and sludge (Rao et al. 1986).

Pathogen numbers
In waste influent: 10°- 10°° cytopathic units / 100 L (Krikelis et al. 1985)
10*®/ 100 L cytopathic units (He and Jiang 2005)
<10° — 10°/ 100 L culturable (pers. comm. M Angles, 2005; (Sedmak et al.

2005))
10° — 10° / 100 L PCR (Bofill-Mas et al. 2000)
10°/100 L PCR (He and Jiang 2005)
In waste effluent: densities not known, but detected in disinfected tertiary effluent

(Long and Ashbolt 1994).
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Biosolids: Numbers unknown in biosolids.

Analytical method:

Type: Wastewater and biosolids - several detection and quantification approaches are available: (i)
cell culture measuring Cytopathic Effect (CPE) as the infection endpoint, (ii) direct nucleic acid
amplification (NAA); (iii) integrated cell culture with NAA. Cell culture with NAA targeting viral mRNA
or replication intermediates will only detect the results of virus infection (Cromeans and Sobsey 2004,
Moriyama et al. 2005). It has been suggested that CPE will underestimate viral numbers because it
does not allow detection of all infections in cell culture (Cromeans and Sobsey 2004). Direct detection
of viruses by NAA generally results in higher numbers than by cell culture (Choi and Jiang 2005, He
and Jiang 2005), but since most comparisons used CPE for measuring infection it is difficult to
compare the results considering the findings of (Cromeans and Sobsey 2004). Cell culture with NAA
is likely to be the most appropriate method but the cost is higher to establish and maintain a cell
culture facility. Direct NAA detection may be useful for measuring the UV treatment of water because
it has been reported that the detection of large amplicons (2kb) correlated with infectivity after UV
treatment (Wang et al. 2004).

Infectivity measurement: Wastewater and biosolids - possible for cell culture based assays, not for
direct NAA.

Method performance:

Wastewater: Concentration of large volumes of raw wastewater may be problematic, but not
necessary given the ubiquitous occurrence in municipal raw wastewater. Detection in treated effluent
will depend on the level and type of treatment. No specific problem with tertiary treated effluent or
clarified water would be anticipated.

Biosolids: Detection with NAA techniques might be problematic due to the presence of enzyme
inhibitors and the potentially low numbers of virus particles in some biosolid samples. Techniques
such as immunomagnetic capture coupled with RT-PCR are expected to improve the detection of
viruses in these matrices (Casas and Sunen 2002).

Cost: High for cell culture and moderate for PCR.
Ability to multiply in matrix: No, requires host for multiplication.

Knowledge on pathogen: Very little is known on numbers and behaviour in wastewater and
biosolids; mostly qualitative data on wastewater and environmental contamination.

Points in favour: Cell culture techniques are well established. Viral numbers in wastewater should be
sufficient to allow ready detection in influent.

Points against: Not representative of other enteric viruses (particularly size and UV response). In
addition there is no information regarding viral numbers in effluent or biosolids.

Can be handled in a Class Il (AS/NZS 2243.3:2002) laboratory: Yes, risk group 2, no special
precautions specified.
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Organism: Polyomavirus

Type: Pathogen / Viral Indicator

Level of importance to the industry: None at present. Infection is thought to occur in early
childhood and is usually asymptomatic (Bofill-Mas et al. 2000). The virus can reactivate and cause
disease in AIDS patients (Bofill-Mas et al. 2000) and renal transplant recipients (Nickeleit et al. 2000).

Geographical distribution: Widely distributed — there have been several studies characterizing
genotypes in different countries and the JC genotype has been used to trace the global migration of
humans (Sugimoto et al. 1997).

Representative of other pathogens in the same class: Not known — it is a non-enveloped dsDNA
virus like Adenovirus but from a different Family. It is excreted in urine and possibly via the lungs
(Eash et al. 2004). The route of infection is not well characterized — thought to be oral. No specific
data available for disinfection or removal by treatment processes, except for UV. SV40 (type species
for polyomavirus) has similar UV sensitivity to porcine parvovirus (Wang et al. 2004). In general, virus
UV sensitivity appears to correlate with genome size irrespective of nucleic acid composition (Wang
et al. 2004), so polyoma may represent viruses with genomes in the 5 kb size range.

Presence in multiple matrices: Prevalence in biosolids not known, but expected.

Pathogen numbers
In waste influent: 10° — 10%/ 100 L direct PCR (Bofill-Mas et al. 2000)

In waste effluent: not known

Analytical method:

Type: Published methods for detection have been direct NAA (clinical and water) or serology
(clinical). Culture has been used for propagation but is reported to be very slow in the case of bovine
polyomavirus (Nairn et al. 2003).

Method performance: For direct NAA would assume that method performance would be good for
effluents but that raw sewage might present difficulties with concentration / purification of virus from
amplification inhibitors

Cost: moderate for NAA

Ability to multiply in matrix: No — requires a host.

Knowledge on pathogen: Little information for wastewater or biosolids; most publications in the
medical area.

Correlation with pathogen presence/absence: Not known
Ease of extraction from matrix: Not known
Allows source tracking: Yes — assume that JC and BK strains are human specific.

Can be handled in a Class Il (AS/NZS 2243.3:2002) laboratory: Yes, not listed within any risk
groups so presumably could also be handled in a Class | facility.
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Organism: Hepatovirus (Hepatitis A (HAV))

Type: Pathogen

Level of importance to the industry: Assume moderate importance since health regulators use
Hepatitis A as one of the viruses for assessing the quality of re-use water.

Geographical distribution: Widely distributed. There are no studies that examine the geographic
distribution of viruses in wastewater as such but there are numerous studies of the prevalence of HAV
in various regions including North America, South America, Asia, Australia and Africa.

Representative of other pathogens in the same class: Yes. Literature is limited in terms of any
comparative studies on the behaviour of HAV versus other viruses with respect to wastewater
treatment. A pilot-scale activated sludge plant study suggested that HAV has similar removal rates to
polio and reoviruses (Arraj et al. 2005).

Presence in multiple matrices: Yes — would expect to detect it in any matrix with human faecal
contamination. Not much literature on the detection of HAV in biosolids or sludges. Most wastewater
literature associated with infection risk in wastewater workers.

Pathogen numbers
In waste influent: not known

In waste effluent: not known

Analytical method:

Type: Cell culture has only been successfully used on a limited range of isolates of HAV (see
99-HHE-5UR). PCR-based detection is normally used.

Infectivity measurement: No

Method performance: For direct PCR would assume that method performance would be
good for effluents but that raw sewage might present difficulties with concentration / purification of
virus from PCR inhibitors

Cost: moderate

Ability to multiply in matrix: No — requires host.

Knowledge on pathogen: Little information for wastewater or biosolids, most publications related to
environmental contamination.

Can be handled in a Class Il (AS/NZS 2243.3:2002) laboratory: Yes, risk group 2, no special
precautions specified.
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Organism: Enteroviruses (poliovirus, coxsackievirus, echovirus and enterovirus)

Type: Pathogen / Viral Indicator

Level of importance to the industry: Enteroviruses are used alongside adenovirus and HAV by
health regulators as a measure of the safety of re-use water.

Geographical distribution: Widely distributed but seasonal. The vaccine strain of poliovirus is no
longer prevalent in developed countries (due to switch to killed vaccine), but it may still be in use in
developing countries due to lower cost. Wild polio occasionally isolated from human populations
(Mulders et al. 1995). Other enteroviruses also have wide distribution — e.g. echovirus (Oberste et al.
2003) and coxsackievirus (Mena et al. 2003)

Representative of other pathogens in the same class: Likely. Sydney Water data (pers. comm. M
Angles, 2005)and 2 studies (Lodder and de Roda Husman 2005, Sedmak et al. 2005) suggest similar
levels of adenovirus, reovirus and enterovirus in wastewater influent. (Lodder and de Roda Husman
2005) observed similar removal in an activated sludge plant between enteroviruses and reoviruses.
(Thompson et al. 2003) suggest that poliovirus has similar UV response to calicivirus and HAV.
AwwaRF Report 90886 (Jacangelo et al. 2002) summary data suggests that poliovirus is similarly or
more resistant to ozone, chlorine, chloramine and chlorine dioxide than adenovirus and calicivirus.

Presence in multiple matrices: Yes — detected in activated sludge (Pusch et al. 2005).

Pathogen numbers

In waste influent: <10° — 10/ 100 L culturable (pers. comm.. M Angles, 2005),
up to 10° /100 L (Sedmak et al. 2005),
10°— 10"/ 100L (Rose et al. 2004)

In waste effluent: Depending on treatment: 10°— 10%/ 100L (Rose et al. 2004)

Analytical method:

Type: Cell culture using plaque assay for poliovirus, can also use NAA-based detection
with/without cell culture. CPE used for general enterovirus detection.
Method performance: Concentration of large volumes of raw sewage would be problematic.
Detection in effluent will depend on level of treatment. Would anticipate no problem with tertiary
treated effluent or clarified water.

Cost: moderate for NAA, high for cell culture

Ability to multiply in matrix: No — requires a host.

Correlation with pathogen presence/absence: not known how poliovirus will correlate with the
presence of other enteric viruses

Ease of extraction from matrix: results from (Rose et al. 2004) suggest that enteroviruses might
have some interaction with particulates since removal efficiency by filtration is higher compared with
bacteriophage. Raises potential issues with isolation from biosolids.

Allows source tracking: No publications on the use of poliovirus for source tracking although
presume detection of vaccine strain indicates human faecal input.

Knowledge on pathogen: Overall there are a reasonable number of publications on enteroviruses in
wastewater, but most are on detection with relatively few on treatment processes or comparisons with
other viruses or indicators.

Points in favour: established PCR and cell culture assays, used as a model organism for chlorine
disinfection.

Points against: seasonality means that enteroviruses may not always be detected in wastewater.

Can be handled in a Class Il (AS/NZS 2243.3:2002) laboratory: Yes, risk group 2, no special
precautions specified except for polio — vaccination recommended in this case.
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Organism: Human Caliciviruses — norovirus, sapovirus; Hepatitis E (HEV)

Note: HEV was grouped with calicivirus but was moved to the family Hepeviridae, Since its
physicochemical properties suggest that it might behave like a calicivirus (Smith et al. 1998) and there
is limited information on HEV it has been grouped with the caliciviruses.

Type: Pathogen

Level of importance to the industry: Moderate to high. Human caliciviruses are the major cause of
gastroenteritis in the United States and Europe (Lopman et al. 2002, Monroe et al. 2000). Human
caliciviruses include two groups, noroviruses (formerly Norwalk-like viruses) and sapoviruses
(formerly Sapporo-like viruses). Norovirus are the most common cause of acute gastroenteritis and
has worldwide significance (Brown et al. 2001, Lodder et al. 1999). Immunity to Norovirus is not long
lasting as is the case for rotavirus or other viruses. While norovirus is an important cause of
waterborne enteric disease, it is readily inactivated by standard disinfectants. Little information is
available regarding sapovirus. HEV causes a similar disease to HAV (USFDA, 2003). There is
conflicting information on the risk of HEV infection to treatment plant workers via exposure to
wastewater (Jeggli et al. 2004, Vaidya et al. 2003).

Geographical distribution: Widely distributed, numerous reports on worldwide outbreaks (Bon et al.
2005). Epidemiological surveillance data from US indicates that Norovirus account for 83-96% of non-
bacterial gastroenteritis outbreaks (Brown et al. 2001). Similar data have been reported from France
and Europe (Bon et al. 2005, Lopman et al. 2002). HEV is more associated with faecally
contaminated water in parts of Asia, Africa, the Middle East and Central America (Aggarwal and
Krawczynski 2000). Detected in wastewater at moderate to low frequency in Spain, France and the
USA, but not as prevalent as HAV (Clemente-Casares et al. 2003).

Representative of other pathogens in the same class: Insufficient information is available to
determine if caliciviruses are representative of other viruses, especially since noroviruses and
sapoviruses cannot be cultured and so the effect of treatment processes cannot validly be compared
with other viruses detected using cell culture techniques. Removal rates for norovirus (measured by
PCR) through an activated sludge plant were similar to other viruses (enterovirus, reovirus) measured
by cell culture, with both between 1 — 2 log (Lodder and de Roda Husman 2005, van den Berg et al.
2005). Similarly, 2 log reduction, in norovirus numbers during anaerobic digestion was reported by
(Laverick et al. 2004). However, there is still insufficient data to definitively conclude that norovirus
behaviour in wastewater and biosolids is similar to other enteric viruses. HEV was present in both the
influent and effluent of 3 WWTP’s in India but the detection rate in effluent was lower than enterovirus
(Jothikumar and Cliver 1997).

Presence in multiple matrices: Yes, present in general population and is expected to be present in
any matrix contaminated with human feces. Detected in wastewater and sludge.

Pathogen numbers
In waste influent:

10*°to 10° /100 L genome copies (PCR) (Laverick et al. 2004, Lodder and de Roda Husman
2005, Lodder et al. 1999, van den Berg et al. 2005).

Not known for HEV

In waste effluent:

10*°—10 "/ 100 L genome copies (PCR) (Laverick et al. 2004, Lodder and de Roda Husman
2005, van den Berg et al. 2005).

Not known for HEV

Biosolids: Numbers unknown in biosolids, but expected to be detected.

Analytical method:

Type: Immunomagnetic capture has been reported in combination with RT-PCR (Gilpatrick et al.
2000). Molecular methods are available for the detection of norovirus, sapovirus or HEV (Jothikumar
and Cliver 1997, Lodder and de Roda Husman 2005). Recently, cell culture of murine norovirus has
been reported (Wobus et al. 2004), however this system used primary cultures of mouse dendritic
cells which are not practical to obtain and which may not support human norovirus. Only molecular
methods appear to have been used for detection in environmental samples. Cell culture can be used
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for other animal caliciviruses, which have been used to model norovirus for disinfection (e.g. (De
Roda Husman et al. 2004).

Infectivity measurement: At present not possible for human viruses.

Method performance:

Wastewater: Concentration of large volumes of raw wastewater could be problematic. Detection in
effluent will depend on the level of treatment. Would anticipate no problem with tertiary treated
effluent or clarified water.

Biosolids: Detection by NAA could be problematic if inhibitors cannot be removed efficiently.
Immunomagnetic capture coupled with RT-PCR is expected to improve the detection limit and reduce
PCR inhibitors (Gilpatrick et al. 2000), but the commercial availability of reagents is not known.

Cost: Moderate for PCR, high for cell culture
Ability to multiply in matrix: No, requires host for multiplication.

Knowledge on pathogen: Very little is known regarding numbers and behaviour in biosolids, most of
the published literature is on environmental contamination in water or outbreaks of disease.

Points in favour: Norovirus is a cause of major concern because it is implicated in a large number of
waterborne outbreaks. It is expected to be present in wastewater and biosolids in reasonable
numbers to be detected with confidence.

Points against: At present it is not possible to determine infectivity. However, due to the large
number of reported outbreaks there is a case to develop more knowledge on its behaviour in
wastewater and biosolids.

Can be handled in a Class Il (AS/NZS 2243.3:2002) laboratory: Yes, risk group 2, no special
precautions specified.
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Organism: Reoviridae (rotavirus, reovirus)

Type: Pathogen / Viral Indicator

Level of importance to the industry: Moderate. Rotavirus is an important food and waterborne
agent of acute gastroenteritis worldwide, particularly in young children (Kirkwood et al. 2004), where it
causes 600,000 to 800,000 infant deaths each year, predominantly in developing countries (Gentsch
et al. 1996). Since infection is self limiting, the level of importance of rotavirus in adults in not clear.
Reoviruses, which are included in this family, are highly prevalent but are not considered to be
important as pathogens and are used as an indicator for rotavirus. There are three serotypes of
reovirus, and all serotypes are found ubiquitously in water and sewage (Norman and Lee 2000).
Generally detected in both raw and treated biosolids (Lodder and de Roda Husman 2005) and
aerosols from wastewater treatment plants (Carducci et al. 2000). The introduction of the rotavirus
vaccine will likely see a decline of rotavirus in sewage.

Geographical distribution: Widely distributed. It would be expected to find these viruses in any
matrix with human faecal contamination.

Representative of other pathogens in the same class: The presence of reoviruses in wastewater
is well documented, while virus numbers and behaviour in biosolids is relatively unknown. The
comparison of reovirus with non-culturable viruses (eg rotavirus, norovirus) is difficult since the assay
endpoints are different. Limited data suggest that reovirus and enterovirus numbers are similar in raw
wastewater (Sydney Water data, pers. comm. M. Angles, 2005) and that reovirus removal by
activated sludge treatment was similar to that of enteroviruses (Lodder and de Roda Husman 2005).
A single report suggests that the behaviour of simian rotavirus is different from polio and HAV in
activated sludge treatment as it was less strongly adsorbed to the solid phase of the sludge (Arraj et
al. 2005).

Presence in multiple matrices: Yes, present in the general population and is expected to be present
in any environment contaminated with human feces. However, as noted above, the introduction of a
rotavirus vaccine will likely alter presence in wastewaters

Pathogen numbers
In waste influent:
10°to 107 /100 L rotavirus (NAA) (Lodder and de Roda Husman 2005)
10*° — 10°/ 100 L reovirus (culture) (Lodder and de Roda Husman 2005) M. Angles, pers. comm.,
2005.
In waste effluent:
10*°to 10’ /100 L rotavirus (NAA) (Lodder and de Roda Husman 2005).
10°- 10"/ 100 L reovirus (culture) (Lodder and de Roda Husman 2005)
Biosolids: Numbers unknown in biosolids, but expected to survive in the biosolids in numbers similar
to effluent.

Analytical method:

Type: Cell culture measured by CPE is routine for the detection of reoviruses. Rotaviruses are more
difficult to detect this way because some strains don't infect the currently used cell lines or do not
produce CPE (Schwartzbrod et al. 1989). Molecular methods (eg (Lodder and de Roda Husman
2005)) are available and immunoassays have also been used for detection (eg (Kittigul et al. 2000))
Infectivity measurement: Only possible for strains which can be cultured, not for direct NAA
Method performance: Same considerations as for other viruses

Cost: Moderate for NAA, high for cell culture or cell culture and NAA combined.

Ability to multiply in matrix: No, requires host for multiplication.
Allows source tracking: No - reovirus is not human specific.

Knowledge on pathogen: Very little is known regarding numbers and behaviour in wastewater and
biosolids; most of the published literature is on environmental contamination and outbreaks.

Points in favour: Expected to be present in wastewater and biosolids in reasonable numbers.
Reovirus culture assays are well established. Relatively easy to culture and has been proposed as an
indicator which can be spiked in biosolids to assess sanitation (Brewster et al., 2005).
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Points against: Cell culture methods are present but cytopathic effect varies from one cell line to
other. Not all strains can be cultured. (Lodder and de Roda Husman 2005) reported that rotavirus was
less efficiently removed by activated sludge treatment compared with norovirus, enterovirus, reovirus
and F-specific bacteriophage, suggesting that virus numbers could be low in biosolids.

Can be handled in a Class Il (AS/NZS 2243.3:2002) laboratory: Yes, risk group 2, no special
precautions specified.

Methods for Pathogen Isolation, Culture, Detection and Enumeration Page 85



Organism: Enteric virus genomes

Type: Viral Indicator

Similar survival behaviour as pathogen:

Waste water: Limited information is available. The qualitative detection of enterovirus genomes did
not correlate with the presence / absence of infectious enterovirus (Gantzer et al. 1998). Direct
detection of adenovirus or enterovirus genomes in river water did not correlate with the detection of
infectious viruses (Choi and Jiang 2005). Arnal et al.(Arnal et al. 1998) claim that HAV genomes
persist in sea water long after loss of infectivity. Comparisons of infectious virus / genome numbers
are complicated by the finding that infectious virus enumeration using cytopathic effect (or plaque
formation) can fail to detect or underestimate the number of infectious virus particles present (99-
HHE-5UR) (Lee and Jeong 2004). A proper comparison requires direct molecular detection versus
cell culture + molecular detection of infection.

Shows similar effect of treatment to that of pathogen: Not known
Presence in multiple matrices: Yes
Wide geographical distribution: Yes

Adequate numbers for accurate detection:
In waste influent: detected but numbers not known, assume yes

In waste effluent: assume yes
Analytical method:
Type: nucleic acid amplification (NAA)-based
Method performance: matrix dependent — good provided inhibitors can be removed
Cost: moderate — low turbidity samples may still require sample concentration, which increases costs
particularly for labor but concentrate can be analyzed for multiple viruses
Ability to multiply in matrix: No
Correlation with pathogen presence/absence: Yes, but not necessarily with infectious particles

Ease of extraction from matrix: reasonable

Allows source tracking: yes, depending on species of virus targeted.
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Organism: PRD1 phage
Type: Viral Indicator

Similar survival behaviour as pathogen:
Waste water: Not known

Shows similar effect of treatment to that of pathogen: Not known. PRD1 has been used to as a
model virus to study transport or removal in constructed wetlands (eg (Nicosia et al. 2001, Vidales et
al. 2003, Woessner et al. 2001)) but there does not appear to be any literature that validates its use

as a surrogate for human enteric viruses.

Presence in multiple matrices: Not known

Wide geographical distribution: Not known

Adequate numbers for accurate detection:
In waste influent: ?

In waste effluent: ?
Analytical method:
Type: Culture using Salmonella typhimurium as host
Method performance: ?
Cost: should be low - moderate
Ability to multiply in matrix: not known
Correlation with pathogen presence/absence: Not expected

Ease of extraction from matrix: ?

Allows source tracking: ?
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Organism: Somatic coliphage

Type: Viral Indicator

Similar survival behaviour as pathogen:
Waste water: No comparative survival studies have been conducted as such.

Shows similar effect of treatment to that of pathogen: There is conflicting information for this.
(Gantzer et al. 1998) found a significant correlation between the presence / absence of infectious
enterovirus and the numbers of somatic coliphage. However (Harwood et al. 2005) found no
correlation between coliphage and enteric viruses (in particular enteric viruses were more greatly
affected by filtration and disinfection) for removal by waste water treatment processes. (Duran et al.
2003) suggest that somatic coliphage has a similar chlorine sensitivity to poliovirus.

Presence in multiple matrices: yes
Wide geographical distribution: yes (assumed so since host has wide distribution)

Adequate numbers for accurate detection:
In waste influent: 10° — 10%7 pfu /ml (Lucena et al. 2004)
10*® — 10** pfu / ml (Lodder and de Roda Husman 2005)

In waste effluent: 10™* —10%? pfu / ml (Lucena et al. 2004)
10** — 10° pfu / ml (Lodder and de Roda Husman 2005)

Analytical method:
Type: Culture (plaque count)
Method performance: Good
Cost: Low / moderate (depending on number of dilutions / replicates required)

Ability to multiply in matrix: Questionable — unlikely to replicate in E. coli in wastewater but there is
potential for some coliform hosts to grow under certain environmental conditions and support phage
replication. Not known how biofilms will affect host / phage interactions.

Correlation with pathogen presence/absence: see above — it may be possible to correlate phage
numbers above a certain level with the presence of infectious enteroviruses. (Carducci et al. 1995)
found that coliphage numbers were similar irrespective of the presence or absence of enteric viruses

Ease of extraction from matrix: Should be easier to recover than enteric viruses. (Blatchley et al.
2005) reported that phage were not associated with particles > 22um

Allows source tracking: not reported.
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Organism: F-RNA phage

Type: Viral Indicator

Similar survival behaviour as pathogen:
Waste water: As for somatic coliphage

Shows similar effect of treatment to that of pathogen: (Havelaar et al. 1993) reported significant
correlations between the removal of enteroviruses and reovirus with F-RNA phage following
coagulation treatment of secondary effluent, but no correlation was found in sewage of secondary
effluent. (Tree et al. 2005) suggest that MS-2 phage are a conservative indicator since they are more
chlorine and UV resistant than E. coli and poliovirus. However (Harwood et al. 2005) found no
correlation between F-RNA phage and enteric viruses for removal by waste water treatment
processes (in particular enteric viruses were more greatly affected by filtration and disinfection).
Similarly (Simpson et al. 2003) found no correlation between traditional indicators (including F-RNA
phage) and presence or inactivation of enteric viruses. (Duran et al. 2003) suggest that MS-2 phage
has a similar chlorine sensitivity to poliovirus, conflicting with the report of (Tree et al. 2005). Numbers
of F- RNA phage in raw sludge and anaerobically digested sludge were comparable with somatic
coliphage but higher than the B. fragilis phage (Lasobras et al. 1999). (Lodder and de Roda Husman
2005) reported that the rate of inactivation of F-RNA phage during anaerobic digestion was greater
than enteroviruses and reovirus but less than Norovirus. F-RNA phages were reported to be less
resistant to heat than B. fragilis phage (Moce-Llivina et al. 2003). (Arraj et al. 2005) reported MS2 to
be more resistant to inactivation than poliovirus, rotavirus and HAV during pilot scale anaerobic
digestion.

Presence in multiple matrices: Yes, found in wastewater, sludge and biosolids.
Wide geographical distribution: yes

Adequate numbers for accurate detection:
In waste influent: 10*° - 10° / ml (Lucena et al. 2004)
10%to 10° / ml (Lodder and de Roda Husman 2005).

In waste effluent: 10°° - 10% / ml (Lucena et al. 2004)

Wastewater sludge:  10°?/ g (Moce-Llivina et al. 2003)
10**®/ g (Lasobras et al. 1999)
Activated sludge: 10%?/ g (Lasobras et al. 1999)

Analytical method:

Type: Culture (plaque count, double agar overlay method (APHA 2012)), potentially by RT-
PCR. A number of different methods are used for the elution of phage from biosolids. Elution with
beef extract without acidification has been reported to work well (Lasobras et al. 1999). Host strain E.
coli HS(pFampR) was suggested to be better than Salmonella typhimurium WG 49 (D. Deere,
personal communication).
Method performance: Good

Cost: Low / moderate (depending on number of dilutions / replicates required)

Ability to multiply in matrix: No. F-RNA phage require specific host density, host growth phase and
temperature conditions (Woody and Cliver 1997).

Correlation with pathogen presence/absence: As for somatic coliphage
Ease of extraction from matrix: As for somatic coliphage

Points in favour: Numbers in raw sludge and digested biosolids sufficiently high for detection, similar
to somatic coliphage and greater than bacteriophage which infect B. fragilis.

Points against: Reported to be less resistant to high temperature and high pH than somatic
coliphage and B. fragilis phage.
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Allows source tracking: Possibly. Schaper et al.(Schaper et al. 2002) suggest that particular
genotypes of F-RNA phage were associated with human or animal waste. Genotyping techniques are
available for FRNA and FDNA phage (Vinje et al. 2004).
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Organism: B. fragilis phage
Type: Viral Indicator

Similar survival behaviour as pathogen:
Waste water: Possibly. Isolation rate for B. fragilis phage is lower than for somatic phage and
matches closer the isolation rate of infectious viruses (Gantzer et al. 1998).

Shows similar effect of treatment to that of pathogen: (Gantzer et al. 1998) found a significant
correlation between the presence of enterovirus and the detection of B. fragilis phage at greater than
10°/L. In drinking water treatment B. fragilis phage were found to be more resistant to treatment
processes than either F-RNA or somatic phage (Jofre et al. 1995).

Presence in multiple matrices: yes
Wide geographical distribution: yes
Adequate numbers for accurate detection:
In waste influent: 10" — 10° pfu / ml (Pina et al. 1998)
10" — 10° pfu / ml (Lucena et al. 2004)

In waste effluent: 10* pfu/ ml (Lucena et al. 2004)
Analytical method:

Type: culture (plague count)
Method performance: presume comparable to other phage methods. Method is more difficult
because of more complex medium / culture conditions for host bacteria

Cost: Low / moderate (depending on number of dilutions / replicates required)

Ability to multiply in matrix: No — requires anaerobic conditions and specific nutrient requirements
(for host presumably) for replication (Tartera et al. 1989).

Correlation with pathogen presence/absence: Possibly — see above with reference to (Gantzer et
al. 1998)

Ease of extraction from matrix: ?

Allows source tracking: Possibly. Suggested that specific strains of B. fragilis did not detect phage
in animal feces (Puig et al. 1999).
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Class: Bacteria

Organism: Salmonella enteritis

Type: Pathogen

Level of importance to the industry: Salmonella spp. are widely spread bacterial pathogens having
significant global public health implications. Laboratory-diagnosis surveillance data indicated that
Salmonella was the most frequent cause of food-borne enteric disease in the United States
(http://www.cdc.gov/immwr/preview/mmwrhtml/mm5414a2.htm). Salmonella is probably not an issue
for the water industry in the developed world since it is readily controlled by disinfection and less likely
to cause waterborne infection than Campylobacter. Salmonella is frequently isolated from raw and
treated biosolids (Sahlstrom et al. 2004).

Geographical distribution: Widely distributed - many food and water borne outbreaks are reported
from around the world (Dumontet et al. 2001).

Representative of other pathogens in the same class Since Salmonella belongs to the family
Enterobacteriaceae, which includes coliforms such as E. coli, behaviour is expected to be similar. Not
a lot of comparative data are available. Removal rates in wastewater are similar between Salmonella
and other enteric bacterial pathogens ((Blatchley et al. 2005) - NRC1998 summary table). Removal in
wastewater is similar to indicator bacteria (Koivunen et al. 2003). An added advantage is that it is not
as prevalent in the environment as coliform bacteria.

Presence in multiple matrices: Yes — present in wastewater and sludge (Zaleski et al. 2005).

Pathogen numbers

In waste influent: 10 — 10*/ 100 ml (Koivunen et al. 2003)
10°/ 100 ml gJimenez—Cisneros et al. 2001)
In waste effluent: <10°° - 10>/ 100 ml (Koivunen et al. 2003)

10°/ 100 ml (Jimenez-Cisneros et al. 2001)

Wastewater sludge:
10— 10>’ / g (Dahab and Surampalli 2002, Gajdusek et al. 1977)
10%%~ 10" / g (Pourcher et al. 2005), t=0 for sludge mixed with straw
10°- 10%%/ g, S. typhi U.K. / USA, cited in (Jimenez et al. 2002)
10"- 10°/ g, S. typhi Mexico, cited in (Jimenez et al. 2002)

Biosolids:
10%%- 10%/ g in anaerobically digested biosolids (Gajdusek et al. 1977)

Analytical method:

Type: Culture

Infectivity measurement: Isolation by culture indicates culturability but does not strictly determine
whether the isolate can infect or cause disease in a host, although this is often the inference made
when a pathogen is detected by culture.

Method performance:

Wastewater: No problems anticipated since either centrifugation or membrane filtration can be used
for concentration.

Biosolids: MPN based methods along with spread plating regularly used for isolation of Salmonella
from biosolids. Biochemical tests are used for species identification.

Cost: Moderate on the basis of multiple steps including enrichment, quantification and identification.

Ability to multiply in matrix: Salmonella is also known to re-grow under certain conditions in stored
biosolids (Gajdusek et al. 1977, Soller et al. 2002), bagged biosolids based products (Skanavis and
Yanko 1994), composted biosolids (Sidhu et al. 2001) and also soils treated with biosolids (Zaleski et
al. 2005).

Knowledge on pathogen: One of the most extensively studied bacteria, especially in connection
with disease outbreaks. Considerably more information is available on Salmonella spp. compared to
other bacterial pathogens in wastewater and biosolids. Less information is available in the area of
wastewater concentration and removal by treatment processes.
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Points in favour: Known to survive wastewater treatment process (such as anaerobic digestion) in
low numbers (Sahlstrom et al. 2004). Salmonella monitoring is recommended by USEPA to determine
the bio-safety of biosolids (US EPA 1999).

Points against: Re-grows under certain conditions in biosolids, making it difficult to assess the
biosafety of biosolids. Not as prevalent as coliform bacteria or E. coli.

Can be handled in a Class Il (AS/NZS 2243.3:2002) laboratory: Yes, risk group 2. Vaccination and
care full handling is recommended for S. typhi.
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Organism: Clostridium perfringens

Type: Pathogen / Protozoan Indicator

Level of importance to the industry: Of importance to health regulators in terms of food but of no
significance to the water industry as a pathogen. It is more important as a model or faecal indicator
organism. C. perfringens is opportunistic pathogens in immunocompromised individuals.

Geographical distribution: Assumed to be world-wide since it is used globally as a faecal indicator.
Most of the species of the genus Clostridium are saprophytes and grow in soil, water and
decomposing organic matter.

Representative of other pathogens: Possibly. Cell numbers (vegetative + spores) were reported to
be similar to that of other indicator bacteria in wastewater, with similar removal rates (Rose et al.
2004), but spores will survive for longer, as well as being more heat resistant. Presumed to be
removed by activated sludge and drinking water plants to a similar degree as parasitic protozoan
oo/cysts (Charles et al. 2003, Payment et al. 2001), although (Harwood et al. 2005) reported no
correlation. Spores appear to be poorly removed by primary treatment (Payment et al. 2001, Rose et
al. 2004).

Presence in multiple matrices: Yes — would expect to detect it in any matrix with human faecal
contamination. Used as an indicator in sludge (Chauret et al. 1999).

Indicator numbers

In waste influent: 10" - 10"/ 100 ml cells (Rose et al. 2004)
10*- 10"/ 100 ml spores (Rose et al. 2004)
10*—10*°/ 100 ml spores (Payment et al. 2001)

In waste effluent: 10° — 10* / 100 ml cells (Rose et al. 2004)
(1-10/100mL post disinfection)
10*° /100 ml spores (Rose et al. 2004)
(1 -10/100mL post disinfection)
10*°—~ 10"’/ 100 ml spores (Payment et al. 2001)

Sludge: 10" - 10*°/ g in sludge (Pourcher et al. 2005)
Biosolids: 10t/ g (Chauret et al. 1999)

Analytical method:

Type: Culture. For C. perfringens, sulfite-reducing clostridia are initially isolated and then
confirmation tests used to identify C. perfringens.
Infectivity measurement: Generally considered as a non-pathogen. Isolation by culture dependent
methods shows its viability but not ability to infect or cause disease
Method performance: Based on membrane filtration so highly turbid samples (e.g. wastewater
influent) could be problematic. Isolation from biosolids may be problematic

Cost: Moderate since a separate confirmation step is required.

Ability to multiply in matrix: Not reported for wastewater. Multiplication would not be expected
since growth requires strict anaerobic and warm conditions. Laboratory study of sediments from
wastewater outfalls suggest that numbers of total C. perfringens and spores remain stable, with an
overall trend for the vegetative cells to die off within 7 — 30 days (Davies et al. 1995). Other species
of clostridia grow in various waste matrices (e.g. hydrogen producers in wastewater sludge (Wang et
al. 2003)), hence the importance to enumerate C. perfringens.

Allows source tracking: Not reported.

Knowledge on indicator: Compared to viruses and many other bacteria there is a reasonable level
of knowledge in terms of the presence of clostridia as an indicator, although there are few studies that
provide comprehensive data in terms of concentrations in wastewater or removal by treatment
processes (Long and Ashbolt 1994). There is more information on clostridia (perfringens or SRC) as a
faecal indicator in water or an indicator for pathogen removal by processes such as constructed
wetlands.
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Points in favour: More resistant to inactivation as compared with other bacterial indicators, making it
one of the better bacterial candidates for protozoa.

Points against: There is conflicting information on the correlation between the removal of clostridia
and protozoa during wastewater treatment. Part of this confusion may be due to differences in the
isolation techniques for clostridia — eg some investigators isolated total cells, others selected for
spores by heat treatment.

Can be handled in a Class Il (AS/NZS 2243.3:2002) laboratory: Yes, risk group 2, no special
precautions specified (except for C. botulinum and C. tetani).
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Organism: Campylobacter jejuni

Type: Pathogen

Level of importance to the industry: Not established yet, but it is on the USEPA emerging pathogen
list. Surveillance programs have identified Campylobacter as the second most common cause of
clinically diagnosed foodborne disease in the USA
(http://www.cdc.gov/mmwr/preview/mmwrhtml/mm5414a2.htm). This pathogen should not be
detected in drinking water, but is a common waterborne pathogen that causes outbreaks in Nordic
countries (Hanninen et al. 2003) and in other parts of the world (e.g. (Kuusi et al. 2005, Linnemann et
al. 1984). Campylobacter spp. may be important to health regulators in terms of food, but are less of
an issue for the water industry when disinfection is used. QMRA identifies C. jejuni as one of the most
important risks of infection in the event of a disinfection failure e.g. (Westrell et al. 2004)

Geographical distribution: Campylobacter is a common waterborne pathogen in many parts of the
world and has caused waterborne outbreaks in Nordic countries (Hanninen et al. 2003) and other
parts of the world (Frost 2001, Kuusi et al. 2005, Linnemann et al. 1984).

Representative of other pathogens in the same class: Probably not. There is a lack of data to
make any comparison in terms of response to disinfectants or wastewater treatment. One study
suggests that campylobacters are more sensitive to chlorine than E. coli (Blaser et al. 1986). There is
conflicting information on the survival of Campylobacter in environmental samples and the viability of
those surviving cells is also questionable. Since it is sensitive to oxygen conventional wisdom is that it
should be inactivated quickly. However, it is known to quickly change into viable but non-culturable
(VBNC) form under environmental stress that might revert to a culturable status under favorable
conditions (Harvey and Leach 1998).

Presence in multiple matrices: Campylobacter are ubiquitous in the environment and are
commonly found in surface water and sewage sludge (Dumontet et al. 2001, Sahlstrom et al. 2004).

Pathogen numbers

In waste influent: 10°/ 100 ml (Stampi et al. 1992),
may be additional data available in (Arimi et al. 1988)
In waste effluent: 10"/ 100 ml (Stampi et al. 1992)

In wastewater sludge:

10**/ g (Stampi et al. 1999)

10* 100 ml (Jones and Harrison 2004)
In biosolids:  No information available.

Analytical method:

Type: Culture using membrane filtration can be used. Molecular techniques can be used for rapid
identification (Alexandrino et al. 2004, Inglis and Kalischuk 2004). Use of immunomagnetic capture in
combination with PCR has been reported for food and may be worth exploring for biosolids (Hu et al.
2003).

Infectivity measurement: Isolation by culture indicates culturability but does not strictly determine
whether the isolate can infect or cause disease in a host, although this is often the inference made
when a pathogen is detected by culture.

Method performance: Highly turbid samples (eg sewage influent) could be problematic.

Cost: Moderate as multiple steps including enrichment, quantitation and identification are required.

Ability to multiply in matrix: Unlikely. Little literature available, but it is believed that rapid
inactivation of Campylobacter occurs in the presence of oxygen (Jones and Harrison 2004) and it has
been shown that aeration of sludge leads to rapid inactivation (Stampi et al. 1999). It has also been
reported that campylobacters rapidly lose culturability (within a few days) in a wastewater water
microcosm (Pickert and Botzenhart 1985).

Knowledge on pathogen: Relatively little information is available on the presence and behaviour in
wastewater or biosolids, with some of the information apparently contradictory. (Sahlstrom et al. 2004)
reported that while wastewater treatment generally lowered the numbers of C. jejuni substantially, C.
jejuni was still isolated from the composted biosolids. (Ahmed and Sorensen 1995) reported 5 log
reduction in Campylobacter numbers in 50 days when dewatered sludge was stockpiled. Conversely,
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(Iranpour et al. 2002) reported one log reduction time of 793 days for Campylobacter in mesophilic
anaerobic digestions

Points in favour: On USEPA emerging pathogen list. Known to cause disease outbreaks.
Points against: Apparent rapid inactivation by oxygen. However, it is not clear if Campylobacter are
inactivated or simply become VBNC. Detection methods are not adequate to reliably detect presence

of Campylobacter in biosolids or its viability status.

Can be handled in a Class Il (AS/NZS 2243.3:2002) laboratory: Yes, risk group 2, no special
precautions specified.
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Organism: Escherichia coli

Type: Pathogen / Bacterial Indicator

Level of importance to the industry: Important to the industry both as a cause of waterborne
outbreaks and as an indicator organism. There were 31 waterborne outbreaks of E. coli O157:H7 in
the US between 1982 — 2002, accounting for 9% of all outbreaks by this pathogen (Rangel et al.
2005).

Geographical distribution: Widely distributed both as an indicator and pathogen.

Representative of other pathogens in the same class: Yes, would expect so for other
Enterobacteriaceae. May not be an appropriate indicator for other bacteria outside of this family as E.
coli is more sensitive to many disinfectants e.g. chlorine, chloramine, UV, than Legionella
pneumophila and Mycobacterium avium (Jacangelo et al. 2002). E. coli and Aeromonas were found at
similar levels in final effluent (Yanko et al. 2004).

Presence in multiple matrices: Yes — any matrix with faecal contamination.

Pathogen numbers — limited data are available for E. coli in wastewater (most studies report faecal
coliforms)
In waste influent: 10— 10" / 100mL (Koivunen et al. 2003)

10* — 10° / 100mL (Sinton et al. 2002)

In waste effluent: <10%% - 10™°/ 100mL (Yanko et al. 2004)
10" — 10 / 100mL (Sinton et al. 2002) — advanced pond system

Analytical method:

Type: Culture.

Infectivity measurement: Not specifically. Isolation by culture indicates culturability but does
not determine whether the isolate can infect or cause disease in a host.

Method performance: Good

Cost: low (defined substrate technology), moderate for pathogen identification.

Ability to multiply in matrix: Depends on the matrix. Reported to grow in pulp waste from a
cardboard mill, although the isolates were claimed to be distinct from E. coli of faecal origin (Niemi et
al. 2004). Faecal coliforms reported to grow in sediment (Davies et al. 1995). (Banning et al. 2003)
suggest reduced survival of E. coli in effluent due to antagonism or competition from other
microorganisms.

Knowledge on pathogen: E. coli is a well studied organism, although specific data regarding
numbers in wastewater and process removal is minimal since most reports use faecal coliforms as an
indicator. Some survival data for 0157:H7 in wastewater influent, effluent and sludge (Withey et al.
2005). There appears to be more literature for E. coli in other (non domestic wastewater) matrices
and other processes (e.g. wetlands, survival on crops, etc)

Can be handled in a Class Il (AS/NZS 2243.3:2002) laboratory: Yes, risk group 2, no special
precautions specified, except for Vero cytotoxin-producing strains (e.g. O157:H7) — gloves, only used
appropriately trained and experienced staff.
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Organism: Vibrio spp (cholerae, parahaemolyticus)

Type: Pathogen

Level of importance to the industry: Cholera is of relevance in developing countries where
outbreaks still occur and where toxigenic strains have environmental reservoirs. As with other
microbial enteric pathogens, it is controlled by disinfection. In developed countries it does not appear
to be a problem in drinking water (as with Campylobacter) because there is no reservoir in the
community (apart from travel acquired disease). Infection has been caused by environmental
exposure (Desmarchelier et al. 1995). V. paraheamolyticus has been associated with outbreaks from
contaminated shellfish (McLaughlin et al. 2005). Treatment of primary screened influent with lime, as
practiced in some developing countries, may be relatively ineffective due to the organism'’s tolerance
of high pH.

Geographical distribution: V. cholerae distribution appears to be widely distributed although there
is limited information regarding the distribution of pathogenic / non-pathogenic strains in developed
countries (e.g. (Desmarchelier et al. 1995)). May be present in the environment but concentrations in
domestic wastewater from developed countries are not known.

Representative of other pathogens in the same class: Limited information is available. V.
cholerae is more sensitive to chlorine than E. coli (Venczel et al. 2004).

Presence in multiple matrices: Not known. Assume limited presence if infection is not present in
the community.

Pathogen numbers: Not known
In waste influent:

In waste effluent: Wastewater treatment is effective in eliminating V. cholerae as it does not
survive for long under wastewater treatment conditions (AWWA 1999).

Analytical method:
Type: Culture, serology or PCR can be used for identification of pathogenic serotypes.
Infectivity measurement: Not specifically. Isolation by culture indicates culturability but does
not determine whether the isolate can infect or cause disease in a host.
Method performance: Good
Cost: Low - moderate.

Ability to multiply in matrix: Claimed to reproduce in wastewater and persist for a long time
(Altukhov et al. 1975). Presumabily this is temperature dependent.

Knowledge on pathogen: Limited literature in the area of wastewater.
Can be handled in a Class Il (AS/NZS 2243.3:2002) laboratory: Yes, risk group 2, no special

precautions specified. Toxigenic V. cholera are listed on the register for Security Sensitive Biological
Agents and require special conditions to be legally kept or handled.
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Organism: Aeromonas hydrophila
Type: Pathogen

Level of importance to the industry: Probably low. Aeromonas hydrophila is on the US EPA
candidate contaminant list. Aeromonas spp. are associated with opportunistic infections (Vally et al.
2004, Weber et al. 1995) and traveller’s diarrhoea (Pommepuy et al. 2004).

Geographical distribution: Widely distributed e.g.. (Burke et al. 1984, Havelaar et al. 1990, Hazen
et al. 1978).

Representative of other pathogens in the same class: No. Present in water in the absence of E.
coli or coliforms (Burke et al. 1984), likely due to replication at lower temperatures. More susceptible
to chlorination than E. coli (Sisti et al. 1998). However, a different study suggested that isolates from
untreated water had the same sensitivity to chlorine as E. coli, but that isolates from chlorinated water
immediately downstream of the water treatment plant were more resistant to chlorine (Massa et al.
1999).

Presence in multiple matrices: Yes (Poffe and Op de Beeck 1991).
Pathogen numbers: Not known
In waste influent: 10° — 10® / 100mL Aeromonas spp. (Monfort and Baleux 1990)
In waste effluent: 10% — 10° / 100mL Aeromonas spp. (Monfort and Baleux 1990)
Analytical method:
Type: Culture.
Infectivity measurement: Not specifically. Isolation by culture indicates culturability but does
not determine whether the isolate can infect or cause disease in a host.
Method performance: Good
Cost: Low.
Ability to multiply in matrix: Can multiply in environmental biofilms (van der Kooij 1991).

Knowledge on pathogen: Limited literature in the area of wastewater.

Can be handled in a Class Il (AS/NZS 2243.3:2002) laboratory: Yes, risk group 2, no special
precautions specified.
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Organism: Klebsiella spp

Type: Pathogen / Bacterial Indicator

Level of importance to the industry: Low. Opportunistic pathogens, present in the environment. A
problem in hospitals - at least one claim of infection due to operating equipment contaminated with
tap water (Rudnick et al. 1996).

Geographical distribution: Broadly distributed.

Representative of other pathogens in the same class: Yes. Behaves similarly to E. coli (e.g.
(Tanner et al. 2004) although may be slightly more UV resistant (Martiny et al. 1988).

Presence in multiple matrices: Yes (Poffe and Op de Beeck 1991).
Pathogen numbers: No specific data
In waste influent:
In waste effluent:
Analytical method:
Type: Culture.
Infectivity measurement: Not specifically. Isolation by culture indicates culturability but does
not determine whether the isolate can infect or cause disease in a host.
Method performance: Good

Cost: Low - moderate.

Ability to multiply in matrix: Same as E. coli — has been found to multiply in pulp waste (Gauthier
and Archibald 2001) and paper industry recycled water systems (Caplenas et al. 1981).

Knowledge on pathogen: Limited literature in the area of wastewater.

Can be handled in a Class Il (AS/NZS 2243.3:2002) laboratory: Yes, risk group 2, no special
precautions specified.
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Organism: Pseudomonas aeruginosa

Type: Pathogen

Level of importance to the industry: Low for the water industry. Pseudomonads pose a problem as
opportunistic pathogens in hospitals, including the USA (Anaissie et al. 2002). Suggested as an
indicator of health risk for water (de Victorica and Galvan 2001) or wastewater quality (Howard et al.
2004).

Geographical distribution: Widely distributed.

Representative of other pathogens in the same class: Not known. Mucoid strains of
Pseudomonas have increased resistance to chlorine (Grobe et al. 2001), non-mucoid ones have
similar sensitivity to coliforms (Palmer et al. 1995). (Korol et al. 1995) suggest similar response to
chlorine and ozone for E. coli, S. typhi, Y. enterocolitica, A. hydrophila and P. aeruginosa.

Presence in multiple matrices: Yes. (Geuenich and Muller 1984) suggest that P. aeruginosa is
concentrated in sludge.

Pathogen numbers: Limited data
In waste influent:

In waste effluent: 10° / 100mL (pre-disinfection, (Jimenez-Cisneros et al. 2001))
10° / 100mL (Liberti et al. 1990)

Analytical method:

Type: Culture.

Infectivity measurement: Not specifically. Isolation by culture indicates culturability but does
not determine whether the isolate can infect or cause disease in a host.

Method performance: Good

Cost: Low

Ability to multiply in matrix: Shown to persist in effluent, although not part of biofilm (Banning et al.
2003). Shown to form biofilms on steel in distilled water (Boyle et al. 1991). (Geuenich and Muller
1984) suggest that P. aeruginosa grew during (activated sludge treatment) of wastewater.

Knowledge on pathogen: Limited literature in the area of domestic wastewater, more studies on
other waste streams (particularly hospital waste). Several non-English-language reports on
Pseudomonas in domestic wastewater.

Can be handled in a Class Il (AS/NZS 2243.3:2002) laboratory: Yes, not listed under any particular
risk group.
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Organism: Mycobacterium

Type: Pathogen

Level of importance to the industry: Currently not considered high priority. Listed on the US EPA
candidate contaminant list. Suggested drinking water association for infections in AIDS patients
(Leclerc et al. 2002). Thought to be an emerging opportunistic pathogen with increased detection due
to improvements in culture / detection methods and due to changes in population composition (eg
aging populations) (Falkinham 2002).

Geographical distribution: Widely distributed, ubiquitous in the environment (eg (Raizman et al.
2004, September et al. 2004).

Representative of other pathogens in the same class: No. Mycobacteria are environmental
organisms that are opportunistic pathogens and with higher resistance to most disinfectants
compared with enteric bacterial pathogens (Jacangelo et al. 2002, Taylor et al. 2000, Vaerewijck et al.
2005).

Presence in multiple matrices: Present in environmental waters and drinking water. Only one
report of isolation from wastewater (Jin et al. 1984) and a single paper suggesting presence in sludge
(Schulze-Robbecke 1993). Since they are not enteric pathogens it would not be expected that
infected humans would be a major contributing source in water. They are more likely to be contributed
by other sources.

Pathogen numbers: No data
In waste influent:
In waste effluent:
Analytical method:
Type: Culture or PCR.
Infectivity measurement: Not specifically. Isolation by culture indicates culturability but does
not determine whether the isolate can infect or cause disease in a host.
Method performance: Not known
Cost: Moderate.

Ability to multiply in matrix: Can grow in drinking water biofilm (Lehtola et al. 2006). Can survive in
reservoir water and sediment (Whittington et al. 2005).

Knowledge on pathogen: Limited for wastewater

Can be handled in a Class Il (AS/NZS 2243.3:2002) laboratory: Yes, risk group 2, requires aerosol
containment and gloves for handling.
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Organism: Total coliforms
Type: Bacterial Indicator

Similar survival behaviour as pathogen:
Waste water: No comparative waste water survival studies as such

Shows similar effect of treatment to that of pathogen: Yes. Koivunen et al.(Koivunen et al. 2003)
found similar removal rates for total coliforms, faecal coliforms and Salmonella during waste water
treatment (activated sludge treatment + biological nutrient removal).

Presence in multiple matrices: yes

Wide geographical distribution: yes

Adequate numbers for accurate detection:
In waste influent: 10" — 10%/100 ml (Koivunen et al. 2003)

In waste effluent: 10° — 10°/100 ml (Koivunen et al. 2003)
Analytical method:

Type: culture
Method performance: good

Cost: low
Ability to multiply in matrix: yes depending on matrix
Correlation with pathogen presence/absence: Not expected

Ease of extraction from matrix: yes

Allows source tracking: Not reported.
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Organism: Faecal coliforms
Type: Bacterial Indicator

Similar survival behaviour as pathogen:
Waste water: No comparative waste water survival studies as such

Shows similar effect of treatment to that of pathogen: Yes. (Koivunen et al. 2003) found similar
removal rates for total coliforms, faecal coliforms and Salmonella during waste water treatment
(activated sludge treatment + biological nutrient removal).

Presence in multiple matrices: Yes

Wide geographical distribution: Yes

Adequate numbers for accurate detection:
In waste influent: 10%*— 107/ 100 ml (Harwood et al. 2005)

In waste effluent: 10*° — 10%*/ 100 ml (Harwood et al. 2005)
Analytical method:
Type: culture
Method performance: good
Cost: low
Ability to multiply in matrix: yes depending on matrix
Correlation with pathogen presence/absence: Not expected
Ease of extraction from matrix: yes
Allows source tracking: Possibly. (Duran et al. 2006) characterized the fatty acid methyl ester
(FAME) profiles of a range of faecal coliform isolates from different sources and found that particular

FAMEs were exclusively associated with isolates of human origin. The origin of a faecal coliform
(human versus livestock or wildlife) could be determined by discriminant function analysis.
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Organism: Enterococci / faecal streptococci

Type: Bacterial Indicator

Similar survival behaviour as pathogen:

Waste water: No? Mesocosm experiments suggest differences in the survival of enterococci and
faecal coliforms (predominantly E. coli) (Lau et al. 2004), depending on the matrix and source of
organisms. Enterococci from wastewater survived better than E. coli in marine water and sediment,
while the converse was true for fresh water sediment.

Shows similar effect of treatment to that of pathogen: Possibly — enterococci had similar removal
rates to that of coliforms / faecal coliforms (Harwood et al. 2005). Enterococci are known to be more
resistant to adverse environmental conditions, such as chlorination, than coliforms and are used to
monitor the efficiency of water treatment processes. Reported to be good indicator for assessing
compost sanitation (Deportes et al. 1998).

Presence in multiple matrices: Yes, used as an indicator in sludges eg (Nelson et al. 2004)
Wide geographical distribution: Yes (Lau et al. 2004)

Adequate numbers for accurate detection:
In waste influent: 10>" — 10°° / 100 ml (Harwood et al. 2005)

In waste effluent: 10% — 10*° / 100 ml (Harwood et al. 2005)
Undigested sludge:  10°° - 10°*/ g (Pourcher et al. 2005)

Digested biosolids: 10°° /g (Chauret et al. 1999)
10%- 10°/ g (Sano et al. 2004)

Analytical method:

Type: Culture (membrane filtration, MPN), molecular methods have been used for
identification / confirmation (Rose et al. 2004).
Method performance: good

Cost: low

Ability to multiply in matrix: An initial increase in numbers of enterococci and E. coli were reported
when sterile sediment was added to river water in lab-scale experiments, but this did not appear to be
sustained growth (Desmarais et al. 2002).

Correlation with pathogen presence/absence: No, especially for marine waters it is suggested that
enterococci may be poor indicators of recent faecal pollution (Charles et al. 2003).

Ease of extraction from matrix: yes

Allows source tracking: Possibly. E. faecalis was found to have a limited host range (humans,
dogs, chickens) (Wheeler et al. 2002). FAME and antibiotic resistance analysis have also been used
to characterize isolates (Genthner et al. 2005), with antibiotic resistance analysis being reported as
the most accurate (yet still flawed method) for source tracking faecal streptococci (Harwood et al.
2003).

Knowledge on pathogen: Reasonable information is available on their presence in wastewater but
not in biosolids as faecal streptococci are more regularly monitored in wastewater.

Points in favour: Limited non-human hosts, rarely multiply in the environment, more resistant to
inactivation than faecal coliforms.

Can be handled in a Class Il (AS/NZS 2243.3:2002) laboratory: Vancomycin resistant
Enterococcus spp. are rated Risk category 2 but no additional precautions are listed for handling.
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Organism: Bifidobacteria
Type: Bacterial Indicator

Similar survival behaviour as pathogen:
Waste water: ?

Shows similar effect of treatment to that of pathogen: ?
Presence in multiple matrices: ?
Wide geographical distribution: yes

Adequate numbers for accurate detection:
In waste influent: ?

In waste effluent: ?
Analytical method:
Type: culture / NAA for specific identification
Method performance: ?
Cost: ? moderate
Ability to multiply in matrix: ?
Correlation with pathogen presence/absence: not predicted

Ease of extraction from matrix: presume yes

Allows source tracking: Yes (Bonjoch et al. 2004, Long et al. 2005).
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Organism: Bacteroides fragilis
Type: Bacterial Indicator

Similar survival behaviour as pathogen:
Waste water: No? Suggested to die off faster than E. coli (Allsop and Stickler 1985).

Shows similar effect of treatment to that of pathogen: ?
Presence in multiple matrices: Yes
Wide geographical distribution: Yes

Adequate numbers for accurate detection:
In waste influent: ?

In waste effluent: ?
Analytical method:
Type: Culture, NAA has been used for identification (Bernhard and Field 2000)
Method performance: ? presume good
Cost: ? low - mod
Ability to multiply in matrix: not known
Correlation with pathogen presence/absence: ?

Ease of extraction from matrix: ?

Allows source tracking: Potentially, (Allsop and Stickler 1985, Bernhard and Field 2000).
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Organism: Aerobic spores
Type: Protozoan Indicator

Similar survival behaviour as pathogen:
Waste water: ?

Shows similar effect of treatment to that of pathogen: No. Galofre et al. (Galofre et al. 2004)
suggest that aerobic spore-formers can regrow on filters.

Presence in multiple matrices: ? limited literature available
Wide geographical distribution: assume yes

Adequate numbers for accurate detection: assume yes but no specific data available
In waste influent: ?

In waste effluent: ?
Analytical method:
Type: culture
Method performance: good
Cost: low
Ability to multiply in matrix: at least 1 report of growth on filters in a WTP (Galofre et al. 2004)
Correlation with pathogen presence/absence: ?

Ease of extraction from matrix: presume good

Allows source tracking: ? no reports.
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Class: Protozoa

Organism: Cryptosporidium spp (hominis, parvum + others)

Type: Pathogen

Level of importance to the industry: High, as oocysts are known to be more resistant to
inactivation by chlorine and other commonly used disinfectants (Fayer et al. 2000). It is one of the
organisms used by health regulators to assess the safety of re-use water. Furthermore, the infectious
dose has been estimated to be as low as 30 oocysts, although this is dependent on the species and
strain (Fayer et al. 2000). Numerous outbreaks of cryptosporidiosis and giardiasis have been
attributed to contamination of water supplies with (oo)cysts (Leclerc et al. 2002, Slifko et al. 2000).
Spreading of biosolids on agricultural land may potentially lead to health risks as runoff water may
contaminate surface water and food products (Fayer et al. 2000, Slifko et al. 2000). Monitoring of raw
and drinking water for Cryptosporidium is a worldwide practice to ensure safety of drinking water
(McCuin and Clancy 2005).

Geographical distribution: Widely distributed, a common parasite of humans and other mammals
(Monis and Thompson 2003).

Representative of other pathogens in the same class: Probably not. Generally Cryptosporidium is
more resistant to disinfectants compared with Giardia (Jacangelo et al. 2002). Removal through
wastewater treatment, in particular filtration, is poorly correlated with Giardia (Harwood et al. 2005).
During aerobic digestion of sludge, a higher reduction in Cryptosporidium numbers occurs (2.96 log)
compared to Giardia (1.40 log). No reduction occurs in Giardia numbers during anaerobic digestion of
sludge (Chauret et al. 1999).

Presence in multiple matrices: Yes, many reports of occurrence in wastewater and
sludge/biosolids.

Pathogen numbers:
In waste influent:
10*%-10*°/ 100 L (Harwood et al. 2005, Montemayor et al. 2005)

In waste effluent:
10°- 10°%/ 100 L (Harwood et al. 2005, Montemayor et al. 2005)
<10°-10°/ 100 L (Medema and Schijven 2001)

In Biosolids:
10%3-10%*/ g in composted biosolids (Rimhanen-Finne et al. 2004)
10°* 10%" / g of dewatered anaerobic sludge (Chauret et al. 1999)

Analytical method:

Wastewater: The matrix determines the primary concentration step (centrifugation or flocculation /
filtration). Oocysts are purified by immunomagnetic separation (IMS) to improve recoveries and aid
direct counting by fluorescent microscopy or real-time NAA. Fluorescent in situ hybridization (FISH)
can be used in conjunction with fluorescent antibodies to aid in confirmation / species identification of
oocysts by either microscopy or flow cytometry (eg (Charles et al. 2003)). Molecular analysis is
required for species/genotype identification.

Biosolids: NaCl flotation and differential density flotation with sucrose in combination with IMS.
Counting as above.

Infectivity measurement: Cell culture infectivity is the most reliable and reproducible, with animal
infectivity originally the gold standard (Keegan et al. 2003). Dye exclusion and FISH are known to
overestimate viability.

Method performance: The efficiency of oocyst recovery is generally method and matrix dependent.
Direct counting by fluorescence microscopy is the industry standard. For the detection of infectious
oocysts, a number of cell lines and detection schemes for wastewater are in use with variable
success (Quintero-Betancourt et al. 2002). Some issues with sample inhibition were reported by
(Blatchley et al. 2005), although (Harwood et al. 2005) reported no such problems.

Cost: High with cell culture methods, moderate - high for standard IMS / microscopy
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Ability to multiply in matrix: Not reported, although a report of cell free replication bears future
consideration if it can be independently replicated (Hijjawi et al. 2004).

Knowledge on pathogen: One of the most extensively studied protozoan pathogens.

Point in favour: The resistance of oocysts to disinfectants and some treatment processes makes
them a conservative indicator of treatment efficacy.

Points against: Generally lower in numbers in wastewater and sludge compared to Giardia. Also,
rate of inactivation during anaerobic digestion and sludge storage appears to indicate lower survival
potential than Giardia in biosolids.

Can be handled in a Class Il (AS/NZS 2243.3:2002) laboratory: Yes, risk group 2
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Organism: Giardia spp, G. duodenalis

Type: Pathogen

Level of importance to the industry: Moderate to high. As Giardia cysts are more susceptible to
disinfectants than Cryptosporidium oocysts, they are of less concern in developed countries.
However, giardiasis is more prevalent than cryptosporidiosis in the community. Several outbreaks of
giardiasis attributable to contamination of water supplies with cysts have been reported (Slifko et al.
2000). (Caccio et al. 2003) reported that Giardia cysts are more frequently isolated throughout the
year from wastewater as compared to Cryptosporidium oocysts, which have a seasonal distribution.
In addition, Giardia cyst numbers are generally higher in the wastewater and sludge as compared to
Cryptosporidium oocyst numbers (Payment et al. 2001).

Geographical distribution: Widely distributed. Cryptosporidium spp. and Giardia spp. are a
common parasite of humans and mammals worldwide causing diarrhoeal diseases (Monis and
Thompson 2003, Slifko et al. 2000).

Representative of other pathogens in the same class: Not representative of Cryptosporidium or
amoeba cysts. Giardia cysts are larger than Cryptosporidium oocysts and can be filtered out more
easily (Harwood et al. 2005). In addition they are less resistant to commonly used disinfectant as
compared to Cryptosporidium oocysts (Jacangelo et al. 2002). Acanthamoeba cysts are also more
resistant to chlorine (Storey and Ashbolt 2003), while Naegleria cysts are more sensitive to chlorine
than Giardia (Engel et al. 1983). Giardia cysts have similar chlorine, ozone and UV sensitivity to
microsporidia (Lewis et al. 1983). No comparative data for enteric protozoa (other than
Cryptosporidium or Giardia) in terms of water treatment or behaviour.

Presence in multiple matrices: Yes — many reports of presence in wastewater and
sludge/biosolids.

Pathogen numbers:
In waste influent: 10*° — 10>° 100L (Harwood et al. 2005)

In waste effluent: 10" - 10*%/ 100L secondary effluent (Harwood et al. 2005)

Wastewater sludge:
104.5 _ 105.9 / g (Gajdusek et al. 1977)

104.6 _ 105.1 / g (Gajdusek et al. 1977)

10%° —10%8/ g composted biosolids (Rimhanen-Finne et al. 2004)
10°°-10%°/ g dewatered anaerobic sludge (Chauret et al. 1999)

In Biosolids:

Analytical method:

Type: Methods similar to Cryptosporidium monitoring with matrix determining primary concentration
step.

Infectivity measurement: Yes, when using an animal model. Vital dye staining appears to correlate
with viability but depends on mode of inactivation.

Method performance: Detection of cyst generally method and matrix dependent. Direct microscopic
count generally used and is reliable. For “dirty” samples, IMS improves recovery and detection by
microscopy.

Cost: High.

Ability to multiply in matrix: No, needs a host for multiplication. Giardia is an obligate parasite
lacking many biosynthetic pathways (e.g. de novo synthesis of nucleotides and lipids) and relies on
scavenging from the host for these compounds (Adam 1991).

Knowledge on pathogen: Extensive. Literature is available on the presence of Giardia in
wastewater and biosolids. During aerobic digestion of sludge a higher reduction in Cryptosporidium
numbers occurs (2.96 log) compared to Giardia (1.40 log). However, no reduction in Giardia cyst
numbers occurs during anaerobic digestion (Chauret et al. 1999). Giardia cysts remain intact in
biosolids stored for more than a year (Hu et al. 1996), although retention of viability was not reported.
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Points in favour: Numbers in wastewater and biosolids are higher and less seasonal than
Cryptosporidium oocysts and Giardia appears to survive better in biosolids.

Points against: Known to be less resistant to chlorination, UV and ozone compared to
Cryptosporidium.

Can be handled in a Class Il (AS/NZS 2243.3:2002) laboratory: Yes, risk group 2.
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Organism: Entamoeba histolytica

Type: Pathogen

Level of importance to the industry: Probably low. Entamoeba may be of historical interest in
drinking water judging by the age of most of the literature, but there appears to be little recent
research activity. A Mexican study associated Entamoeba infection in children with exposure to
wastewater (Cifuentes et al. 1991). It appears to be more of an issue in developing countries,
particularly where there is poor water treatment.

Geographical distribution: Widely distributed, especially in developing countries (Marshall et al.
1997).

Representative of other pathogens in the same class: Not known. WHO guide on water treatment
(http://www.who.int/water sanitation health/dwg/en/watreatpath3.pdf) suggests Entamoeba has a
similar chlorine resistance to Giardia.

Presence in multiple matrices: Detected in solid municipal waste in Africa (Adeyeba and Akinbo
2002) and wastewater sludge (Paulino et al. 2001). Limited data on presence in wastewater.

Pathogen numbers:
In waste influent:

In waste effluent: 10~°/ 100L E. histolytica (Argentina, (De Luca et al. 1997))
10*7/ 100L E. coli (Argentina, (De Luca et al. 1997))

Analytical method:

Type: Clinical detection by microscopy, no literature on detection in water other than (Chang
and Kabler 1956). PCR can be used for differentiating E. histolytica from E. dispar.

Infectivity measurement: Animal model available using gerbils (eg (Shibayama et al. 1997))

Method performance: Poor. Recovery can lead to damage causing false negatives
(USFDA, 2003). Would assume problematic in the absence of any IMS to assist with sample
purification

Cost: Anticipated to be moderate to high.

Ability to multiply in matrix: Require a human or primate host for multiplication
(http://www.cfsan.fda.gov/i~mow/chap32.html).

Knowledge on pathogen: Limited

Can be handled in a Class Il (AS/NZS 2243.3:2002) laboratory: Yes, risk group 2, gloves
recommended for handling.
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Organism: Microsporidia, Cyclospora, Isospora

Type: Pathogen

Level of importance to the industry: Possibly emerging pathogens. Microsporidia are listed on the
US EPA’s candidate contaminant list. Limited incidences of waterborne outbreaks for microsporidia
(one by (Cotte et al. 1999) but this was disputed by (Hunter 2000)). The first report for waterborne
transmission of Cyclospora in the USA was (Huang et al. 1995), There is also a claim for waterborne
transmission in a village in Egypt (el-Karamany et al. 2005). Food borne outbreaks of Cyclospora
appear to be more common. No reports of outbreaks attributed to Isospora.

Geographical distribution: Widely distributed (Marshall et al. 1997).

Representative of other pathogens in the same class: Microsporidia have similar disinfection
sensitivity compared to Giardia (Jacangelo et al., 2003;(Lewis et al. 1983) (Wolk et al. 2000)). (Wright
and Collins 1997) claim that Cyclospora is resistant to chlorine.

Presence in multiple matrices: Microsporidia detected in a variety of water sources (Dowd et al.
1998a). No data for the other organisms. Isospora detected in wastewater sludge (Paulino et al.
2001).

Pathogen numbers: microsporidia detected by PCR in wastewater effluent (Dowd et al. 1998a),
Cyclospora have been detected in wastewater (Sherchand et al. 1999, Sturbaum et al. 1998).

In waste influent:
In waste effluent:

Analytical method:

Type: Varies depending on organism. Cyclospora have been isolated by filtration / flotation
and detected by microscopy / PCR (Sturbaum et al. 1998).

Infectivity measurement: Yes — cell culture techniques can be used to measure infectivity
(Quintero-Betancourt et al. 2002).

Method performance: No known. Would assume problematic in the absence of any IMS to
assist with sample purification

Cost: Probably moderate to high

Ability to multiply in matrix: No — they are obligate intracellular parasites (Curry and Smith 1998).
Knowledge on pathogen: Limited

Can be handled in a Class Il (AS/NZS 2243.3:2002) laboratory: Not currently listed in any risk
group category.
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Class: Helminth

Organism: Ascaris
Type: Pathogen / Helminth Indicator

Level of importance to the industry: High in the developing world, but of limited importance in the
developed world. It may be an issue for reuse water and disposal of biosolids. Helminth infections are
a major concern in the developing world where a lack of effective sanitation results in the spread of
infections. In South Africa, helminth infection rates among school age children is high (58%) with the
majority of the infections caused by Ascaris (24.8%) and Trichuris (50.6%) (Tree et al. 2005). Most
helminth eggs in wastewater are concentrated in sludge due to their high settling velocities (Nelson et
al. 2004). Ascaris lumbricoides has been reported to be more common than Ancylostoma and
Hymenolepis diminuta in sludge stored in ponds for 6 months (von Sperling et al. 2005).

Geographical distribution: Widely distributed especially in the underdeveloped countries with poor
sanitation (Sanguinetti et al. 2005).

Representative of other pathogens in the same class: Ascaris eggs have been reported to be
more resistant to inactivation compared to Trichuris and Toxocara (Nelson et al. 2004), although an
earlier report suggested that survival of Ascaris eggs in sludge was similar to that of Toxocara eggs
(O'Donnell et al. 1984). Ascaris is used as a model for inactivation of other helminths in sludge (Abu-
Orf et al. 2004, Capizzi-Banas et al. 2004).

Presence in multiple matrices: Yes.

Pathogen numbers:
In waste influent: 10**—10**/L (von Sperling et al. 2003)
In waste effluent: 10°°—10"°/L (von Sperling et al. 2003)

Undigested sludge: ?
Digested biosolids: 10° 10°/ g of dry weight sludge (Barbier et al. 1990)

Analytical method:

Type: A number of different procedures for quantification and viability assessment of helminth eggs
in wastewater and biosolids have been developed eg. (Bowman et al. 2003, de Victorica and Galvan
2003). However, none of the methods are universally accepted for regular use for detection of
helminth eggs in wastewater and biosolids. Concentration by sedimentation is claimed to be less
selective for different species (Bouhoum and Schwartzbrod 1989). Currently, the recommended
methods for the detection of helminth eggs from biosolids involve the isolation of eggs by centrifugal
flotation, culturing of eggs to allow them to hatch eggs and develop into infective larvae; then
identification and quantification (USEPA 1999). A variation of this method, the ‘Tulane Method’
(Bowman et al. 2003), is also used for the quantification and estimation of viability of eggs.
Infectivity measurement: (i) Requires an animal model. (ii) (Lewis et al. 1983) suggest a method for
viability estimation by monitoring embryo development in eggs. US EPA also recommends culture
dependent method to monitor larval development (USEPA 1999). The larval culture methods are
tedious, time consuming and require technical skill for larval differentiation. (iii) Staining procedure
(vital dyes) to determine the viability of helminth eggs without culturing has also been proposed, it has
been shown to have good correlation with the standard USEPA recommended method (de Victorica
and Galvan 2003). However, the reliability of this method with biosolids based samples is unknown.
Method performance: Potential difficulty in concentrating eggs from biosolids matrices. Vital dyes
assays to monitor viability might not work well if the sample is not sufficiently clean.

Cost: moderate - high: culture techniques to monitor infectivity are time consuming and so likely to
be more expensive.

Ability to multiply in matrix: No, needs a host.

Knowledge on pathogen: Most of the studies are on the persistence of Ascaris in stored sewage
sludge/biosolids.
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Points in favour: Other helminths are not as widely distributed as Ascaris and their numbers in
biosolids are generally lower than Ascaris. Prolonged survival in biosolids, soil and slurries is well
documented. Due to its wide distribution as compared to other helminths, valuable information can be
derived from comparing data on Ascaris monitoring at different locations.

Points against: Some work on method development for monitoring is required. Generally low level
risk in developed countries, removed into sludges where long retention time when lagooning is
utilized. Potentially more problematic for sludge use.

Can be handled in a Class Il (AS/NZS 2243.3:2002) laboratory: Risk category 2, direct skin
contact to be avoided.
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Organism: Hookworm (Ancylostoma duodenale)

Type: Pathogen

Level of importance to the industry: In developing nations the majority of the helminth infections
are caused by helminths other than hookworm (Tree et al. 2005). However, a quarter of the world’s
population is infected by hookworm (Gilles 1985). Hookworm is more prevalent in the tropical areas of
Australia, especially Western Australia. Presence of Ascaris in these areas is rare. Under these
conditions hookworms can be used as model for other helminths.

Geographical distribution: Know to exist in worldwide but numbers are generally low as compared
to Ascaris and Trichuris which are more prevalent (Tree et al. 2005, von Sperling et al. 2003).

Representative of other pathogens in the same class: Generally Ascaris eggs are used as
indicators and very little is known about survival of hookworm eggs versus eggs of other helminths.

Presence in multiple matrices: Yes.

Pathogen numbers:
Undigested sludge:  no information available
Digested biosolids:  No information available

Analytical method:

Type: Methods used are similar to Ascaris.

Infectivity measurement: Similar approach to Ascaris.

Method performance: Potential difficulty in concentrating eggs from biosolids matrix. Vital dyes
assays to monitor viability might not work well if sample is not sufficiently clean.

Cost: Moderate - high.

Ability to multiply in matrix: No, needs a host.

Knowledge on pathogen: Very limited; numbers and behaviour in biosolids are unknown.
Points against: Assumed to be less resistant to inactivation than Ascaris. Numbers are low in
wastewater compared to other helminths. Methods need to be further developed for viability

assessment.

Can be handled in a Class Il (AS/NZS 2243.3:2002) laboratory: Risk category 2, direct skin
contact to be avoided.
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Class: Miscellaneous

Measure: Particle profiling
Type: Bacterial / Protozoan / Helminth Indicator

Similar survival behaviour as pathogen:
Waste water: NA

Shows similar effect of treatment to that of pathogen: Chavez et al.(Chavez et al. 2004) found a
correlation between the removal of particles <8 microns and the removal of faecal coliforms and
Salmonella spp (R2 =0.8217 and 0.7148 respectively). A correlation was also found between the
number of helminth ova / L and the volume of particles in the 20 — 80 micron size range (R2 =0.98).
No information was presented for protozoa but it would be worth investigating further.

Presence in multiple matrices: yes

Wide geographical distribution: yes

Adequate numbers for accurate detection: assume yes
In waste influent:

In waste effluent:
Analytical method:

Type: particle profiler. AWQC has access to a A LISST-100 Particle Size Analyser Type C
(Sequoia, Redmond WA USA), which can profile 2 460 micron particles. Do plants have the
equivalent installed for monitoring process performance?

Method performance: ?

Cost: ? Low for the analysis, capital required for equipment
Ability to multiply in matrix: NA
Correlation with pathogen presence/absence: No

Ease of extraction from matrix: Yes

Allows source tracking: No.
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