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Abstract Wastewater-based epidemiology (WBE) has been proven to be a useful tool in monitoring public
health-related issues such as drug use, and disease. By sampling wastewater and applying WBE methods,
wastewater-detectable pathogens such as viruses can be cheaply and effectively monitored, tracking people who
might be missed or under-represented in traditional disease surveillance. There is a gap in current knowledge

in combining hydraulic modeling with WBE. Recent literature has also identified a gap in combining machine
learning with WBE for the detection of viral outbreaks. In this study, we loosely coupled a physically-based
hydraulic model of pathogen introduction and transport with a machine learning model to track and trace

the source of a pathogen within a sewer network and to evaluate its usefulness under various conditions. The
methodology developed was applied to a hypothetical sewer network for the rapid detection of disease hotspots
of the disease caused by the SARS-CoV-2 virus. Results showed that the machine learning model's ability to
recognize hotspots is promising, but requires a high time-resolution of monitoring data and is highly sensitive
to the sewer system's physical layout and properties such as flow velocity, the pathogen sampling procedure,
and the model's boundary conditions. The methodology proposed and developed in this paper opens new
possibilities for WBE, suggesting a rapid back-tracing of human-excreted biomarkers based on only sampling
at the outlet or other key points, but would require high-frequency, contaminant-specific sensor systems that are
not available currently.

Plain Language Summary Viral outbreaks such as COVID-19 are commonly monitored using
traditional surveillance methods (e.g., nose swabs). However, individuals may not follow such testing schemes
for different reasons, such as if they do not have symptoms. When people are infected by COVID-19, they
excrete SARS-CoV-2, the virus that causes the disease. Hence, analyzing sewage using wastewater-based
epidemiology (WBE) methods could help monitor the virus outbreak. Recent literature has identified a gap

in combining machine learning and hydraulic models with WBE to detect viral outbreaks. In this study, we
combine a hydraulic model that simulates virus transport with a machine learning model that tracks hotspot
areas within a sewer network. The methodology developed in this paper was applied to a hypothetical sewer
network to detect COVID-19 disease hotspots rapidly. Results showed that the machine learning model has the
potential to recognize hotspots but requires high time-resolution data and is dependent on the sewer system's
characteristics, such as flow velocity and virus sampling procedure. The developed methodology opens new
possibilities for WBE to potentially trace human-excreted viral genetic material based on only sampling at
particular points. However, it would require high-frequency sampling sensor systems that are not available
currently.

1. Introduction

Health and disease surveillance is one of the cornerstones of public health. High-quality data about disease
burdens and epidemiology is required to assess the need for and efficacy of public health interventions such as
vaccinations and to monitor the threat of emerging or pandemic diseases (World Health Organization, 2007).
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Much information can be gleaned from the sewage we produce. Certain biomarkers and substances are found
in sewage that can tell us information about the population that produced the sewage (e.g., Choi et al., 2018).
Wastewater-based epidemiology (WBE) has commonly been used to survey the population for pharmaceutical
use as well as exposure to toxic substances such as pesticides, and circulation of pathogens (e.g., Gracia-Lor
etal., 2017; Medema, Been, et al., 2020). The advantage of WBE is that it makes it possible to collect information
about a population that might be difficult or expensive to collect by other means.

There is currently great interest in using WBE to monitor for the presence of the virus SARS-CoV-2 respon-
sible for the coronavirus disease 2019 (COVID-19). WBE for COVID-19 has the potential to cheaply monitor
human-shed viruses in a sewer system's service area as it has been proven that the COVID-19 virus may be
detected in wastewater (e.g., Ahmed et al., 2020; Kumar et al., 2020; Medema, Heijnen, et al., 2020; Randazzo
et al., 2020; Rimoldi et al., 2020; Vallejo et al., 2022; Wurtzer et al., 2020). This has shown the added value of
wastewater surveillance is in the objectivity of the wastewater signal, as not everybody can or wants to get tested,
but everybody is using the toilet. An increase in viral load detected in sewage will give an early warning to the
community that would not be detected with normal testing until days to a week later (Vallejo et al., 2022; Wurtzer
et al., 2020). This is of particular interest considering the situation in which many countries are increasing vacci-
nation coverage. Yet, pockets of not vaccinated and potentially susceptible individuals remain.

To further support the implementation of WBE for disease outbreak monitoring, it is necessary to understand
how sewer networks influence the measured signals, and how effective sampling strategies should be developed.
In particular, there is interest in testing the potential for using WBE to detect localized outbreaks. Highlighting
a hotspot or a zone of re-emergence allows public health interventions to be more targeted. As more and more
countries bring COVID-19 under control with vaccines and social distancing, outbreak monitoring is an essential
tool for the prevention and eventual elimination of the virus. The ability to rapidly track and trace fecally-shed
biomarkers would add valuable information to WBE data.

Sensors have been used to monitor the quality of water resources and their optimal placement is of significant
research interest (e.g., Bartos & Kerkez, 2021). The optimization of in-network sensor locations for pollutants has
been well-studied. Vonach et al. (2018), Sambito et al. (2020), and Banik et al. (2017) propose methodologies for
optimizing the placement of water sensors within a sewer network. Vonach et al. (2018) applied their proposed
sensor network to calibrate hydrodynamic models, basing the sensor placement optimization on a hydrodynamic
model. Their sensor placement optimization is based on a sewer network model as it is designed to be used in the
modeling before any calibration is done for the study area. This methodology illustrates a way to optimize sensor
placement for flow measurement, but not for pollutant tracing.

Sambito et al. (2020) and Banik et al. (2017) both proposed methodologies to optimize the placement of sensors
within a sewer network for pollutant discharges. Both methodologies are to be able to individualize and iden-
tify the source of an illicit discharge, for example, soluble metals from the micro-industry. They rely on online
pollutant concentration sensors, which are not currently available for every pollutant or biomarker being studied.

Nourinejad et al. (2021) proposed a methodology for optimizing manhole sampling locations for pinpointing
COVID-19 cases within a sewer network for a community that has had no COVID-19 recently but has just had
a positive detection at the outlet indicating an emergent case. The method uses wastewater flow volumes to
choose sequential sampling points in the network. Each sampling point is chosen to capture 50% of the flow of
the remaining network branch with the possibility of containing the COVID-19 source. If the sample is found
to be COVID-19 positive, then the source location is upstream of the sampling location, if not, it is down-
stream. Manholes are tested sequentially until the source location is found. There are several limitations to this
method, most importantly that it relies on capturing the positive signal in the wastewater based on sequential
rapid sampling. As the virus that causes COVID-19 is shed mostly fecally, there will not necessarily be a constant
flow of it through a sewer network. In addition, no currently existing virus-detection technology would facilitate
the online automatic sampling method proposed (Mao et al., 2020). Without an automated sensing system, the
process of sequentially sampling and testing is time and resource intensive and is cumbersome as a rapid track
and trace tool.

A recent comprehensive review article identified that there is a clear gap in using machine learning techniques in
combination with WBE to detect viral outbreaks (Abdeldayem et al., 2022). One closer work by Kim et al. (2013)
studied the use of outlet-sampled pollutant concentration breakthrough curves for pollutant back-tracing. They
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used an artificial neural network (ANN) machine learning tool to identify the source location of a microbial
intrusion in a sewer system. The researchers applied the ANN to a model based on a real-life sewer system in
Arizona, USA. The network's water quality and quantity were modeled in the sewer modeling software MOUSE.
E. coli was introduced into the simulation of four manholes in each sub-basin and the MOUSE model was used to
compute breakthrough curves of E. coli at the outlet. Breakthrough curve characteristics were selected to train the
ANN to categorize the signal based on its origin. The results were that the ANN could predict the source location
correctly 57% of the time. By adding a second sensor location in the network, the accuracy increased to 100%.

While this study had the source contaminant introduced in a known (triangular) load pattern, the introduction of a
pathogen into the sewer by a human is much messier. Pathogen loading from one source (one human) may be too
insignificant to differentiate. This problem may be overcome by the fact that this proposed project will not focus
on the impossible task of individual identification, but rather on sub-catchment identification. Another issue is
that Kim et al. (2013) used a sensor that took frequent time-series measurements. This may not be feasible in the
real world for real-time polymerase chain reaction (RT-qPCR) testing.

There has not been research on how to apply the methodology developed by Kim et al., 2013 for the purposes of
WBE, to rapidly track and trace human-shed biomarkers based on outlet sampling. Additionally, there is currently
a knowledge gap on how to optimize wastewater testing locations and methodology for WBE data collection,
and how to be able to back-trace biomarkers. There is potential for using a machine learning tool coupled with a
numerical sewer model to recognize patterns and aid in biomarker back-tracing, as well as to inform WBE
sampling methodologies. This paper provides contribution in this direction.

The goal of this study is to develop a novel methodology/procedure for the rapid track and trace of pathogens in
sewer networks, by loosely coupling numerical hydrodynamic models and machine learning. The two modeling
types, physically-based and data-driven have been used regularly for understanding the water quality behavior
of sewer systems (Jia et al., 2021). In this article, we integrate the models in such a way that the outputs of a
physically-based model are used as inputs to a machine learning model. The resulting methodology and its useful-
ness are then evaluated on a semi-hypothetical test case. The case study area is considered semi-hypothetical as
although it is based on a real area in Amsterdam, The Netherlands, it is not based on an existing physical sewer
network.

The specific objectives are to develop a numerical model for a test case of a wastewater pipe network; to produce
a large number of advection-dispersion model simulations; to train the machine learning model using the results
from advection-dispersion model simulations; to test the machine learning model on the test case study under a
variety of different sampling methods.

2. Methods
2.1. General Workflow

The overall methodology for this study is illustrated in Figure 1. The methodology began with the generation
of realistic water-discharge patterns using the water demand model “SIMDEUM” (Blokker et al., 2010, 2017)
for a study area. SIMDEUM generates stochastic water use profiles that can be converted to produce stochastic
wastewater discharge profiles (Bailey et al., 2019). The model simulates realistic consumer water use behavior,
including the number of toilet flushes. The simulation results are then processed in MATLAB to create the
patterns for pathogen loading and wastewater flows for a sewer network model. The MIKE Urban modeling
software (https://www.mikepoweredbydhi.com/products/mike-urban) was then used to simulate virus transport.
The pollutant (virus) transport simulation data was processed in MATLAB to extract characteristics of the data as
input for machine learning to categorize the simulations based on the geographic location of a pathogen hotspot.
The methodology was evaluated based on how accurate the machine learning tool was in categorizing the patho-
gen origins, under a variety of different conditions. The sections below describe in-depth the tools and methods
used in this study.

2.2. Numerical Model Case Study Network

A small semi-hypothetical sewer network was created first. The model is based on a real residential block in
Amsterdam, consisting of 14 sub-catchments, and four zones (Figure 2). Pipe locations were chosen to run under
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Figure 1. Workflow of methodology showing the main processes starting from input data and boundary conditions generation to hydraulic model simulation, signal
classification and virus origins identification.

roads when possible, similar to how Urich et al. (2010) generated realistic virtual sewer networks in both virtual

and real city environments.

The network is treated as a separate sewer system; hence we only consider dry weather flow (DWF). In theory,

it does not make a difference to the present approach whether the system is separate (only sewage) or combined
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Figure 2. Semi-hypothetical case-study pipe network showing service areas, pipes with flow directions, manholes, sampling locations and an outlet. The service areas
are further divided into sub-service areas. The number of households is per sub-service area. The inset map shows the location of the study area within the Netherlands.
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(sewage and stormwater). This is because the virus is not thought to accumulate on surfaces to be washed into the
sewage in a rain event or accumulate in the network to be flushed out by a rain event. Therefore, the viral “mass”
flow for a combined versus separate system should be the same. The concentration, however, would be affected.
The exception is that in the event of a combined sewage overflow, some of the virus mass would be lost to the
overflow. The pipe and node locations were chosen to balance the precision of the model with its complexity. As
the flow generation model SIMDEUM can create wastewater patterns on the individual household member level,
it is possible to model every household as a node with its DWF and viral loading pattern. However, for a larger
area being modeled, this is unlikely to be necessary.

Each service area is a potential zone for the COVID-19 hotspot. Hotspot creation consists of stochastically deter-
mining the number of COVID-19-positive households in one of the four service areas, based on a simulated
hotspot prevalence. Each hotspot scenario represents a different service area containing the COVID-19-positive
households. Each service area has the same number of households to prevent the machine learning from using
the daily total virus levels as a method to determine which area is COVID-positive. If the number of households
in each service area was not the same, varying which areas had a certain COVID-19 prevalence would result in
the areas that contain more households having a higher number of COVID-19-positive households. This would in
turn result in a predictably higher overall viral load, leading the machine learning to use the overall daily load as
a feature for categorization, instead of the shape of the signal.

The number of households per service area was determined based on the density of addresses contained within
the case study area. The total population was from SIMDEUM simulating 13,476 households, for a result of
22,538 people.

The northern half (areas A and D) has a pipe slope of 0.006, while the rest of the network has a slope of 0.002.
This is done to introduce a level of differentiation to the network, to avoid a situation where the network is
fully symmetrical, as real-life sewer networks are not normally symmetrical. The pipe routing was created to
make the system dendritic from the outlet. The virus transport model developed in MIKE Urban is based on the
above-described sewer network characteristics. For the advection-dispersion module, a dispersion factor of 2.00
and a maximum dispersion coefficient of 10.00 were used.

2.3. Simulation Boundary Conditions
2.3.1. Viral Loading

The amount of COVID-19 virus that a person excretes varies greatly between people, and over the course of the
illness. An estimated 50% of people excrete the virus via the feces when infected (Parasa et al., 2020).

A loading scheme was derived based on testing in Rotterdam by the Municipal Health Service Organization
(GGD Rotterdam-Rijnmond et al., 2021). This results in a log-normal probability distribution function with the
following parameters: mu = 9.38, sigma = 0.26, and n = 9. A plot of the viral load probability distribution may be
seen in Figure S1 in Supporting Information S1. A value sampled from this probability represents the daily viral
load for a COVID-19-positive person who is shedding viruses in their feces. For the model, this probability distri-
bution function was sampled every time there is a COVID-19-positive household that is shedding. Every house-
hold member is modeled to have the same viral load per flush, while the load level differs between households.
The viral loading pattern was then added as a boundary condition to the sewer model.

2.3.2. Dry-Weather Flow Pattern

The SIMDEUM model was used to generate stochastic dry-weather flow patterns, as well as to simulate the load-
ing of the virus by way of toilet flushes. SIMDEUM uses a community profile to generate patterns. The profile
used was based on the default, which is accurate in the Netherlands (Blokker et al., 2010). To account for behavior
change during the COVID-19 lockdown in the Netherlands, the “home presence” input is modified. From Yerkes
et al. (2020), work patterns were adjusted to reflect that only 56% of working women and 34% of working men
are in essential professions that require working outside the home during the lockdown period in the Netherlands.
To reflect this change, non-crucial workers are assumed to be working from home.

The profile was also altered from the default to reflect people waking up 1 hr later during the lockdown as there
is no need to commute while working from home. SIMDEUM has other parameters that may be changed to
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reflect the community being simulated, including appliances and household taps. For this study, these are left to
the default values as they have been previously found to be accurate (Blokker et al., 2010). The exception is that
outdoor taps were removed from the model as they do not contribute to the wastewater. Furthermore, toilet flush-
ing has been modified to change from the water demand profile for flushing to the flushing profile of wastewater.
The DWF and toilet use (WC) patterns were exported from SIMDEUM with a time-step of 5 minutes.

2.3.3. Generating COVID-19 Hotspot Disease Prevalence

Simulations were generated with boundary conditions reflecting the potential COVID-19 prevalence in the Neth-
erlands. Data shows that the percentage of infectious individuals has varied from 0% to 1% beginning from
February 2020 (RIVM, 2021). This data was normalized using hospitalizations and serological data by the RIVM
to account for differences in testing rates, and other factors. It assumes that a person is shedding the virus for a
total of 10 days (GGD Rotterdam-Rijnmond et al., 2021). The resultant simulated disease prevalence values for
different input hotspot prevalence values can be seen in Figure S2 in Supporting Information S1. A summary of
the simulation results created and tested in this study can be found in Table S1 in Supporting Information S1.

2.4. Machine Learning

The machine learning methodology used in the present work is the neural network/support vector machine (SVM)
toolbox originally developed by Vojinovic et al. (2003) and Vojinovic and Kecman (2004) and later on enhanced
and applied in Vojinovic et al. (2013) and Misra et al. (2018).

The ability of the SVM was checked with a test set of simulated data, stochastically generated with the same
boundary conditions as the training data. Additionally, to simulate the way a wastewater stream would be sampled
in the physical world, the data from the sewer model was sampled at a specified constant frequency. The effect of
pooling sequential samples was also simulated by averaging the concentrations of several consecutive samples.
The signal characteristic data was extracted from the sampled and pooled data, not the entire data set.

2.4.1. Training Data

Using the result of the sewer model pollutant transport simulations, pattern characteristics were extracted as train-
ing data for the SVM. The dependent variable (SVM output) is the ID of the service area with the disease hotspot
(higher COVID-19 prevalence). Through trial and error, it was determined that the best results came from using
the ID of the hotspot service area instead of classifying between the north and south sides of the sewer network.
Therefore, the SVM classifies between four categories representing the four service areas.

Many different independent variables may be extracted and used in different ways from the simulation results.
The necessary processing of data is always done after sampling and pooling data, if applicable. The process for
independent variable data creation is shown in Figure 3. This same method is used to extract data sampled at the
outlet and the two in-network sampling points. The four signal-independent variables tested in this study were the
virus concentration, the fast-Fourier transform (FFT) of the concentration data, the FFT of the viral “mass” flow
data, and the times to viral daily accumulation. Ultimately, the FFT of the concentration data was the method
chosen based on the analysis presented in Section 3.1.1.

2.4.2. Data Set Size

The data set size was chosen to balance the time required to generate data and the improvements to accuracy
that come with increasing the number of simulations used for the training data. Early in the development of
this study's methodology, it was found that the larger the training data, the more accurate the SVM will be, with
diminishing returns after about 200 simulations per scenario.

Therefore, the data set size chosen was 200 iterations per hotspot location scenario, which means a total of 800
unique simulations were generated per different hotspot prevalence scenarios. However, subsequent testing of the
data used in this study found that the size of the training data set can be smaller than 800 simulations with little
to no effect on the SVM's accuracy, but with a slight effect on the variance of those results as seen in Table S2 in
Supporting Information S1. The test data size used was 40 iterations per scenario, for a total of 160 simulations.

Each loading scenario represents a different service area loaded as the hotspot, with four service areas (A, B,
C, and D) there are four different scenarios. This is the same for the training data as for the test data. The only
difference is that the number of simulations per scenario generated for the training data is lower.
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Figure 3. Workflow showing independent variables data generation process for training the SVM model. This is a sub-step
of Figure 1.

To test variance, three training and three test data sets were generated with the same boundary conditions, and
the size of the data set was varied according to Table S2 in Supporting Information S1. The accuracy of the
nine training-test combinations was tested for a constant sampling regime of 360 samples/day. The variance was
found to decrease as the data set size increased, but not significantly.

2.5. SARS-CoV-2 Concentrations in Wastewater

Concentrations of SARS-CoV-2 particles in wastewater considered in this study were determined using the meth-
odology established by Medema, Heijnen, et al. (2020). Briefly, 24-hr composite samples were collected at sewer
network sampling points to generate viral concentrations in samples used to estimate daily per capita shedding
loads as described in Section 2.3.1.

3. Results and Discussion
3.1. Evaluation

After classifying the test data into four categories, the accuracy of the SVM is computed by taking the percentage
of correct classifications. The SVM was assessed for its accuracy at the system outlet as well as its accuracy using
the in-network sampling locations.

Many of the evaluations presented were done on the data set where the hotspot prevalence was 0.5%, and the rest
0%. This data set was chosen as it balances SVM accuracy results that are high enough such that the effect of
various parameter changes can be observed, with a prevalence that is not unrealistic.

Some of the evaluation is done using a “best-case scenario” situation for sampling and pooling data, assuming
that there is no limit to the number of samples that can be collected and measured per day. As this is not realistic
in real-life, evaluation has also been done to assess how the model handles more realistic data collection methods.
For testing SVM accuracy, both its accuracy to differentiate between the four catchments, and the accuracy of the
results converted to a binary (north/south) classification are considered.
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Table 1 3.1.1. Independent Variable Selection for SVM

Evaluation of Four Independent Variables for SVM Classification

Through trial and error, the best signal characteristic to use as the SVM's

Characteristics used for SVM

dimensionality  Individual

SVM accuracy independent variables for training was determined to be the FFT of the
Outlet concentration data. Unless otherwise noted, this method was used for the rest
- of this study's analysis. The testing was done with a sampling of two minutes/
Binary .
Data from sample and every two samples pooled together, for a total of 360 data points

Sttt per day. The full evaluation details can be found in Table 1.

Virus concentration in outlet

FFT of virus data

360 48% 66% SVM categorization based on virus concentration data in the outlet was found
360 63% 1% to be not as good as other methods (Table 1). This is likely because the data

was too unprocessed for the SVM to be able to do reliable categorization.

FFT of virus concentration data 360 72% 73% . K

i o The SVM needs the data to be as clearly and directly helpful as possible, and
Risiace nulsdoningy 19 2 St the unprocessed concentration data does not highlight the crucial differences
Note. The SVM was assessed for its accuracy at the network system outlet. between signals that allow for the classification of the signals.

The FFT methods had the best resultant SVM classification (Table 1). This

supports the theory that the most useful signal characteristics for SVM classi-
fication are directly quantified when converting to the frequency-amplitude domain. The amplitude of the signal
is an important result of the advection-dispersion, as its dynamics directly affect the way that the peak of the
signal is transformed from origin to outlet. The frequency of the signals being processed is overall less impor-
tant. Therefore, the differences between the advection-dispersion of viral peaks that the FFT quantifies are more
important than the overall daily timing of the pattern.

Note that the values that result from the FFT are not important, only the relative values. As the number of data
points affects the overall amplitude magnitudes, the number of data points per day must be kept the same for the
test and training data.

The time to viral daily accumulations method relies on the timing of the virus mass flow being distinct between
the four catchments. For COVID-19, the distribution of the way the virus is loaded into the network (by toilet
flushes) is too spread out for the SVM to be able to successfully categorize between the four networks. Addition-
ally, the network is too small to allow the SVM to categorize the signal by the time of arrival, given that the time
of loading is not exactly known.

If the pollutant loading occurred at a known time and the network was larger, the time to viral daily accumulations
could be a better characteristic to use for the SVM. However, in this case, it was not found to be useful. It is also
likely that this method had poor performance due to its low data dimensionality. Even though it was created with
the same number of data points as the others, the resultant size of the data is always only 19 points (from a step
size of 5% accumulation). This may not be enough to fully depict a useful signal for categorization.

3.1.2. Effect of Boundary Conditions on SVM Classification Accuracy

Figure 4 shows how the prevalence of the simulated hotspot and the number of samples tested per day affect
the ability of the SVM to categorize which area (A, B, C, or D) the virus signal originated from. The higher the
simulated hotspot disease prevalence is, the easier it is for the SVM to accurately classify the signal (Figure 4).
A higher prevalence means that there is more frequent loading of the virus to the system, and therefore more
peaks for the SVM to recognize. Adding more virus-shedding events is similar to adding more data points for the
SVM with the effect that it has on the SVM result accuracy. The effect of higher shedding concentrations from a
different shedding probability distribution is unknown.

The results showed that the boundary conditions strongly affect the accuracy of the SVM classification result.
This is due to higher prevalences not only having more differentiation between a hotspot and a non-hotspot zone
but that there is more data for the SVM to work with. Results show that the more virus being loaded into the
system there is, the more distinct the signals become, as the effect of uncertainty of an individual's fecal virus
loading is decreased. As most countries had not achieved a low-enough level of COVID-19 community transmis-
sion for the hotspot classification methodology to be applied, low-prevalence hotspot levels are more relevant and
should be studied and simulated for maximum added value.

The variation in SVM accuracy was tested by combining three training data sets and three test data sets with
the same boundary conditions to make nine unique combinations. The data sets used have a hotspot prevalence
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Figure 4. Effect of hotspot prevalence and sampling regime on SVM individual classification accuracy. The sampling
regime shows the sampling frequency. For example, 1440 and 90 samples per day mean one sample every minute and 16 min,
respectively.

of 0.5%. Table S3 in Supporting Information S1, shows that there was little variation in accuracy between data
dimensionalities.

3.1.3. Sampling Locations

The results from sampling at the two in-network locations marked in Figure 2 were compared to the results from
sampling at the outlet. Generally, the in-network results follow the same relationship to the hotspot prevalence as
seen in Section 3.1.2, but with higher accuracy.

To directly compare the effect of in-network versus outlet sampling, two scenarios are considered. The first is
following the methodology described so far in this study and doing an individual classification, based on the
outlet. The second is sampling only at the two in-network sampling points, with the SVM result accuracy aver-
aged between the points. For both, the total number of samples tested is kept the same, which means that for a
sampling regime of 720 samples tested/day at the outlet, the southern and northern sampling points are sampled
at 360 samples tested/day, for a total of 720 samples/day, just like the outlet sampling. Figure S3 in Supporting
Information S1, shows a comparison between the two scenarios, for three different simulated hotspot prevalences
(0.1%-0.9%), and various amounts of testing per day. Generally, the in-network sampling points have a higher
classification accuracy than the outlet, as the large advantage that in-network sampling has over outlet sampling
is that it automatically eliminates half of the possible locations for virus hotspots. Each sampling point is only
downstream from two possible locations, instead of four like the outlet. This makes the job of the SVM much
easier, while still preserving the ability to classify the signal to the individual area.

The disadvantage to the in-network sampling is that in a non-binary loading scenario, where the areas outside the
simulated hotspots have a non-zero prevalence, the in-network points can no longer eliminate half of the possible
locations. This is because a scenario that would result in a zero signal for a binary loading for an in-network
sampling point, would then have a non-zero signal. Therefore, just looking at the signal alone to see if it was zero
or non-zero would not be enough to rule out possible hotspot locations.

3.1.4. Effect of Sampling Rate and Pooling on SVM Classification

In this paper, the sensor is considered to work perfectly, able to sample and pool as many samples as needed and
to quantify daily any number of samples. However, in a real-life scenario, this is not the case: the sampling is
limited in the frequency that an autosampler can handle, the amount of sample pooling that may be done, and
most importantly, the number of samples that can be tested and quantified daily. Additionally, the virus quantifi-
cation methods have an error that could contribute to uncertainty in the signal.

The accuracy of the SVM is highly dependent on the frequency of sampling. This is due to the SVM's reliance on
using the dimensions of the viral pulses to categorize the signal. With a sampling frequency that is too low or is
pooled too many times, the pulse cannot accurately be captured. This is demonstrated in Figure S4 in Supporting
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Information S1, which shows example virus concentration data, sampled at different frequencies. As expected,
the less the data is sampled, the more information about the shape of the signal is lost, obscuring the original
signal.

If the data transformed by the FFT is under-sampled, to begin with, the FFT method cannot allow for an accurate
read on the signal for categorization.

Zooming in on an example concentration data set (Figure S5 in Supporting Information S1), the duration
of the signal peaks is observed to be approximately 10-20 min long. The length of the peak is due to the
advection-dispersion, and also the way the viral load was modeled.

With SIMDEUM, a 5-min time step was used for pattern generation. Therefore, the original pulse was no shorter
than 5 min. Due to the way that MIKE Urban interpolates the pattern data, the signal could result in a duration
of 10 min.

The length of the viral peaks affects the sampling rate that is possible for signal categorization. With longer
viral peaks, the pattern can be quantified with a lower sampling frequency than with shorter peaks, as it is less
likely for the signal's peaks or other important features to fall between samples. Therefore, the time step that the
viral loading is modeled with affects the ability for signal recognition and affects the relationship between signal
sampling and SVM accuracy.

For the same number of samples tested per day, the effect of changing the pooling number and the sampling rate
has little effect. For five different COVID-19 hotspot prevalences, the same data dimensionality was tested (120
samples tested/day), while changing the sample rate, and the number of consecutive pooled samples.

The result of changing the sample rate and pooling number had little to no overall effect on the SVM accuracy
(Figure S6 in Supporting Information S1) when controlled for the total number of samples tested daily. This
indicates there is no benefit to a high number of pooled samples with high-frequency sampling as compared to a
low number of pooled samples with low-frequency sampling, therefore sampling methodology can be based on
what is practically possible. If sampling is done with commercially available auto-samplers, the likely maximum
sampling speed is 3—5 min between samples (0.33-0.20 samples/min). Depending on the system and method
used, there may be additional limits to how many samples can be pooled together.

The ability to sample the wastewater for the pathogen being studied has a large effect on the SVM's results accu-
racy. With a low number of daily samples being tested, the signal's key advection-dispersion features become
lost. Therefore, reducing the number and frequency of samples tested daily restricts the ability of the SVM to
recognize and categorize the signal by its location.

3.1.5. Optimizing Sampling

As there is always a limited capacity to test wastewater samples, especially for RT-qPCR testing, the methodology
was evaluated for smaller numbers of daily tested samples, based on a data set generated with a 0.5% hotspot
prevalence. As the SVM results are highly sensitive to the sampling frequency, it cannot be reduced to decrease
the total daily samples while still retaining good SVM accuracy.

To evaluate the potential for optimizing sampling by windowing the sampling period to avoid reducing the
sampling frequency while still reducing the total number of samples tested per day, the method of sampling in
a particular window was evaluated. The idea is to pick a strategic timeframe in the day to sample to avoid times
of the day with few toilet flushes and try to capture as much useful data as possible with as few tested samples
as possible.

Limiting the sampling frequency to 3—5 min per sample, and the maximum daily samples tested to 24/day, a
subset of the total daily data can be made. The best time of the day is assessed by testing the SVM's accuracy at
different periods, for windows of 1.2, 1.6, 2, 2.4, 3.2, and 4 hr. Additional testing parameters are found in Table
S4 in Supporting Information S1.

Figure 5 shows the resultant accuracy of the individual classification, for samples centered on different times of
the day. It also shows an example diurnal flow pattern for toilet flushing (WC). Figure S7 in Supporting Informa-
tion S1 shows the resultant accuracy of the binary (north/south) classification. If the two times with the highest
SVM accuracies are considered (12 and 10 a.m.), there is a trend toward better accuracy with a smaller window
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Figure 5. (a) shows SVM individual accuracy versus time of measurement window for different window durations. (b)
Shows the diurnal pattern for wastewater flow from toilet flushing.

and higher tested sample frequency (data sets 1.2, 1.6, and 2 hr), as compared to the accuracy for data with a
longer window and lower tested sample frequency (data sets 2.4, 3.2, and 4 hr). This indicates that a higher tested
sample frequency is more valuable for SVM classification than a longer data collection time.

The data sets with shorter sampling periods also have a higher deviation over the day, suggesting that they are
more sensitive to the time of the day of sampling as compared to the samples taken with longer sampling periods.

As a baseline for comparison, different combinations of pooling and sampling rates were tested for 24 hr, with
24 samples tested per day. Results detailed in Table S5 in Supporting Information S1, show that the accuracy for
taking samples over the entire day is lower compared to the individual (four) catchment classification in Figure 5.

To test the performance with even smaller data sets, the window of 9-11 a.m. was chosen based on the perfor-
mance of the previous tests. Results are presented in Table S6 in Supporting Information S1. The results show
that the performance with just 12 data points, targeted toward the times of 9-11 a.m. is similar or worse to that
of the 24-hr, 24 data point sets.

By sampling at optimized times, the SVM accuracy can be increased as compared with the baseline data with the
same number of sampled data points, taken over 24 hr. However, there is a limit to how close to an optimal accu-
racy the SVM can achieve, with only a small number of data points. When selecting the sampling methodology,
the increased accuracy gained by having more samples measured must be weighed against the cost and feasibility
of testing large amounts of samples. Given the limited capacity for testing and the lack of an automatic online
sensor, optimizing the sampling time is the most promising sampling methodology for the SVM categorization.

The optimized time of day to sample depends on the toilet-use patterns of the service area and the size of the
network. In this study, SIMDUEM was used to simulate the toilet-flush patterns. As the optimal time of sampling
is dependent on the peak toilet flushing, the model of flush patterns must be validated to determine the peak, for
example, by first looking at diurnal patterns of other easier-to-measure biomarkers associated with feces.

For larger sewer networks with longer hydraulic residence times, the peak for toilet flushing may not be as
distinct. The patterns for areas close to the outlet and far from the outlet combined may create a diurnal pattern in
the outlet with no clear peak in flushing, or a pattern with a less distinct peak. This will decrease the optimization
of sampling at peak flushing times.

3.1.6. Effect of Sewer Network's Physical Properties on SVM Accuracy

The physical differences between the four catchments in the studied sewer network are what give the signal
a distinctive advection-dispersion and time signature to make the output signal categorizable. Therefore, the
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Figure 6. Fast-Fourier transform of concentration data, averaged for each of the four scenarios, 90 samples measured/day,
0.5% hotspot prevalence.

physical properties and layout of the network have an important role in determining the accuracy that the SVM
can categorize the output signal. Given an exactly symmetrical network, the SVM would not work, as the same
advection-dispersion properties would be happening on either side of the network.

Of the four catchments, catchment “C” (labeled as “3” in the SVM), always had a high accuracy rate as compared
with the rest of the catchments. The reason for this lies in its physical attributes of pipe slope, pipe lengths and
population density.

Catchment C is in the southern half of the network which has a pipe slope that is lower than the northern half,
by design. With lower slopes generally come lower velocities, which is generally true of the two southern catch-
ments. Its distance from the outlet is higher than the center of the two catchments, and this distance combined
with its pipe gradients means there is more dispersion than the center two networks, and more dispersion than the
northern-most service area (service area D). A more characteristic dispersion signature means that the FFT of the
concentration data is on average more distinguishable.

Figure 6 shows the result of averaging the FFT output of viral concentration for 200 iterations for each of the four
hotspot scenarios. The y-axis has arbitrary units representing the amplitudes of the signals. As can be seen, the
FFT of concentration for scenario three, with viral loading coming from service area C, has a lower amplitude
over the frequency spectrum.

As this is the training data for the SVM, this means that the SVM can better categorize signals coming from
service area C as compared to the other three areas. The result is that the signal from service area C is easily
categorized. An example of SVM output showing high accuracy for hotspot zone C can be seen in Figure S8 in
Supporting Information S1.

Additionally, the in-network sampling for the southern end of the network was always found to be better than the
individual SVM accuracy at the outlet and the northern in-network sampling point. For a range of hotspot preva-
lences (0.1%-0.9%), and a range of sampling methods, the results for the sampling done in the southern location
had a higher accuracy than the northern point (Figure S9 in Supporting Information S1). This is a product of area
C's signal being present in the southern sampling point, but not the northern.

As well as the signal being more distinct, the SVM has an easier job differentiating the signal based on the longer
length of the viral pulses. With a more dispersed signal, the signal also becomes more spread out, thus allowing
it to be better characterized by an infrequent sampling method as compared to a short pulse.

The physical properties and modeling methodology have a large effect on the resultant SVM accuracy as can be
seen in service area C. The more different the areas being loaded are, the more diverse the output signals are.
Properties that differentiate areas may include the pipe layout, slope, and population density.
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The area had four service zones, each with different pipe lengths and configurations. Results showed that the
SVM was able to differentiate the area best that had the most dispersion (area C). This was likely due to its lower
pipe velocities, distance from the outlet and relatively less dense service in terms of households. However, the
way the model was created calls into question the real effect of dispersion on the SVM classification. As flow
velocities were low due to pipe over-sizing, the effects of the advection-dispersion are not clear as compared with
a more realistic system. It may well be that with higher velocities overall there is less dispersion, even for a larger
and longer system. However, it is not the overall level of dispersion that is important for the SVM, rather, the
differences between the signal dispersions. Therefore, it is possible for a wastewater system to still have distinc-
tive advection-dispersion patterns.

4. Conclusions

The literature review to date shows a clear gap in combining WBE, machine learning techniques and hydrody-
namic models. In this study, we advanced the field of WBE by developing a methodology for rapid track and
trace of areas of pathogen introduction in sewer networks. This was accomplished by combining hydrodynamic
models and a machine learning tool to categorize pathogen signals measured at the network outlet by their sewer
network location.

The results show key takeaway messages from this study:

¢ The most useful signal characterization method was applying a FFT to the data.

¢ The larger the disease prevalence difference between the disease hotspot and non-hotspot areas was, the easier
it was for the SVM to categorize the signal by location.

¢ Adding multiple sampling points within the network improves SVM categorization accuracy.

e While the ability of the SVM to accurately categorize signals based on origin is highly dependent on the
number of samples tested per day, no discernible relationship between the number of samples pooled or
the sampling frequency with SVM categorization accuracy was detected, when controlling for a consistent
number of samples tested per day.

e There is potential for optimizing the SVM categorization by increasing the frequency of data collection only
during the time of day that the system would expect to have the most toilet flushes.

¢ The physical properties, such as degree of symmetry, pipe slope, and size of the sewer network, influence the
advection-dispersion patterns and thus affect the ability of the SVM to categorize patterns.

The methodology developed in the study shows the theoretical potential for the improvement of existing WBE
methods by adding finer resolution spatio-temporal information to the WBE data. This methodology shows
potential for enabling rapid back-tracing of biomarkers shed in feces or urine based on only sampling waste-
water at the sewer network outlet, or other key points in the network, but would require contaminant-specific
high-frequency sensor systems. The ability to determine probable hotspots of a fecally-shed biomarker's origin
within a sewer network without testing extensively within the network has never been examined before and would
deepen the utility of WBE for disease surveillance if validated in a real-life scenario. However, the SVM model
relies on high sampling frequencies, which is larger than what can be currently achieved in practice, where one
24hr composite sample per day per area is the standard approach. It was a theoretical study, that aimed to under-
stand how information about the introduction of contaminants such as SARS-CoV-2 in the sewer and the hydrau-
lics of the sewer network can aid source tracking. For the approach to be feasible in practice, contaminant-specific
sensors that allow high-frequency data generation would be needed and these are not available at this time. With
the technology that is currently available, it is possible to trace COVID-19 hotspots via the sewer network. It
would take four (passive) 24hr composite samples to identify the hotspot accurately in the presented scenarios.

Finally, outside a track and trace methodology, combining hydraulic and pollutant transport models with WBE
shows potential for studying the effects of different sampling methodologies and locations. A sewer network
being studied using WBE could be modeled and simulated as a method to test the proposed sampling methodol-
ogy and locations, before using the resources for taking and analyzing real-world samples. Additionally, events
such as a combined sewer overflow spill could be simulated to investigate their impact on WBE data collection.

5. Limitations and Future Considerations

Considering that a large volume of data (i.e., characteristics of viral flow patterns) is required to train an ML
model, and there is no such amount of measurement data currently available, we used hydrodynamic model results
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to train the SVM. However, this can be a limitation as the uncertainty in the hydrodynamic model results may
propagate to the final SVM output, which are the hotspots identified. The study was based on a semi-hypothetical
sewer network with semi-hypothetical loading schemes, which has certain limitations for application to the real
world. The main limitations are the way the hypothetical network was set up and the way the virus loading was
simulated. The network model in this study was relatively small compared to the entire study area of the city of
Amsterdam. A larger network could mean a more complicated signal categorization, which could decrease the
effectiveness of using the SVM for categorization. Additionally, the network was modeled as a separate system:
no stormwater, only wastewater. Comparing data from a day with some amount of stormwater flow to a day with
only DWF would not work. Care must be taken to ensure that the training data used to create the SVM model
accurately reflects the non-hypothetical flow scenario.

To simulate the way that the virus was loaded into the network, the probability distribution function for viral
shedding was based on emerging studies. As COVID-19 is a relatively new disease, more research to validate
the loading schemes must be done. The way the hotspot simulation was done in this study has limitations in its
application to a real-world case study. It is unlikely that in an emergent disease situation, all positive cases would
be inside a delineated area with absolutely no negative cases outside of it. The socio-economic correlations with
COVID-19 could also become a factor in reality, as different neighbourhoods may have different social charac-
teristics that may affect their shedding or prevalence patterns. It is possible that these differences may overwhelm
the differences in the sewer system's physical properties.

The current methodology only considers virus shedding as coming from one delineated residential area. Future
work may include people shedding the virus somewhere outside their homes, such as at work, at school, or in a
public bathroom. A scenario with small amounts of shedding outside the hotspot location could also be tested as
it may have implications on the SVM categorization. The current study only considers one service area loaded as
a hotspot at a time. The study could be extended to test the machine learning model's ability to recognize different
hotspots by loading multiple service areas as hotspots. The accuracy of the SVM classification results depends
on the boundary conditions used in the hydraulic model. To improve the boundary conditions, more research
concerning the viral loading dynamics is needed in addition to more data collection on the dynamics of emerging
hotspots.
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