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ARTICLE INFO ABSTRACT
Article history: This paper highlights the extraordinarily rapid spread of SARS-CoV-2 loads in wastewater
Received 2 March 2022 that during the Omicron wave in December 2021-February 2022, compared with the
Received in revised form 12 May 2022 profiles acquired in 2020-21 with 410 samples from two wastewater treatment plants
:\c,‘;?gbelg ;ﬁlﬁyﬁoﬁi 2022 (Trento+suburbs, 132,500 inhabitants).

v Monitoring of SARS-CoV-2 in wastewater focused on: (i) 3 samplings/week and
Keywords: analysis, (i) normalization to calculate genomic units (GU) inh~! d~'; (iii) calculation of
COVID-19 a 7-day moving average to smooth daily fluctuations; (iv) comparison with the ‘current
SARS-CoV-2 active cases’/100,000 inh progressively affected by the mass vaccination.
Wastewater-based epidemiology The time profiles of SARS-CoV-2 in wastewater matched the waves of active cases.
Omicron variant In February-April 2021, a viral load of 1.0E4+-07 GU inh~! d~' corresponded to 700
Sewerage active cases/100,000 inh. In July-September 2021, although the low current active cases,

Viral concentration sewage revealed an appreciable SARS-CoV-2 circulation (in this period 2.2E4+07 GU

inh~! d~! corresponded to 90 active cases/100,000 inh). Omicron was not detected in
wastewater until mid-December 2021. The Omicron spread caused a 5-6 fold increase
of the viral load in two weeks, reaching the highest peak (2.0-2.2E+08 GU inh~! d~!
and 4500 active cases/100,000 inh) during the pandemic. In this period, wastewater
surveillance anticipated epidemiological data by about 6 days. In winter 2021-22,
despite the 4-7 times higher viral loads in wastewater, hospitalizations were 4 times
lower than in winter 2020-21 due to the vaccination coverage >80%.
The Omicron wave demonstrated that SARS-CoV-2 monitoring of wastewater antic-
ipated epidemiological data, confirming its importance in long-term surveillance.
© 2022 The Authors. Published by Elsevier B.V. This is an open access article under the CC
BY-NC-ND license (http://creativecommons.org/licenses/by-nc-nd/4.0/).

1. Introduction

SARS-CoV-2, responsible for the COVID-19 pandemic, had caused 513 million infections as of April 30, 2022 (Worl-
dometer, 2022). This pandemic has surged in successive waves, but up to now, no mid-term strategy has been found
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worldwide to prevent recurrent waves of infections due to variants (Cacciapaglia et al.,, 2021). Many actions have been
taken to prevent the spread and severity of the COVID-19 disease, such as lockdowns, face masks, smart-working, isolation
and quarantine, and vaccination. However, these measures have been partially undermined by emerging variants. In
December 2021, a remarkable increase of infections occurred all around the world: values in the world increased from
240,000 new cases/week on December 13, 2021, to 5,800,000 cases/week on January 3, 2022 (WHO, 2022). This increase
occurred with an unprecedented rate of infection (Soriano et al., 2022).

A new SARS-CoV-2 variant (B.1.1.529), named Omicron, was reported for the first time in Botswana and South Africa
on November 24, 2021 (Tong et al., 2021) and designated as the fifth Variant of Concern (VoC) on November 26, 2021
(WHO).

The Omicron variant has over 30 mutations in the spike protein (Lupala et al., 2022; Ferré et al., 2022; Lee et al., 2021)
that enhanced its transmissibility, infectivity, and immune evasion (Tong et al., 2021; Khan et al., 2022). The Omicron
variant has spread rapidly across the globe and has been detected in more than 100 countries in just a month, giving
rise to a new wave of COVID-19 with the number of daily cases soaring to all-time records. Then, other new sub-lineages
of the Omicron VoC have appeared, including Omicron 2 (lineage BA.2), that in February 2022 became the predominant
variant in South Africa, other African countries, and Denmark (Statens Serum Institut, 2022). The SARS-CoV-2 Omicron
variant was able to replace the Delta variant in most of the European Union/European Economic Area (EU/EEA) countries
(ECDC, 2022).

In December 2021, the Omicron variant was confirmed in sewage samples in various countries (USA, Canada, UK, and
Italy, among others). Some retrospective investigations in Nova Scotia in Canada (Mundie, 2022), France (Ferré et al., 2022),
and the Netherlands (BBC News, 2021) detected the Omicron variant in wastewater samples collected in mid-November
2021, that is, before the variant was first reported in South Africa. This suggests that the new variant was circulating
earlier than thought.

The symptoms of the Omicron variant appear less severe than those of the previous variants, especially in vaccinated
persons. Some asymptomatic people may not be aware of their infection, or they may have decided not to get tested
officially. Therefore, the COVID-19 positive people in a community could be far more numerous than those reported.
Conversely, the virus is discharged into wastewater through the faeces or other fluids of infected individuals, symptomatic
or not. In this context, wastewater-based epidemiology (WBE) is a valuable means with which to acquire epidemiological
information and to understand how the virus is spreading in a population as a whole, i.e. including the less symptomatic
or asymptomatic cases (Bivins et al., 2020; Bar-Or et al., 2021; Bonanno Ferraro et al., 2021).

The faeces of COVID-19 infected individuals may contain the genetic materials of the virus already after the first few
days of infection and even before the onset of the disease (Foladori et al., 2020). Stool samples can remain positive for
weeks after the initial infection. The concentration of SARS-CoV-2 in stool can vary widely depending on the course of
the disease: the range of 3.7-7.6 logyo of genomic units (GU) per gram of stool was referred to by Foladori et al. (2020);
a range of 0.24-6.5 logo copies/g faeces (median of 3.4 log) was reported by Miura et al. (2021); while Schmitz et al.
(2021) calculated the mean shedding rates averaged from wastewater samples (included asymptomatic cases) and found
7.30 £ 0.67 logyg GU/g faeces.

Since infected people shed the virus differently, it is difficult to convert the wastewater data into a corresponding
number of positive cases, and complex mathematical models are needed (McMahan et al., 2021). Moreover, viral
concentrations acquired for WBE can be influenced by many environmental and climatic factors (season, temperature of
water or air, stormwater, etc.), configuration of the sewer network (combined or separate, length, hydraulic retention time,
etc.), operational practices (sampling frequency, sample volume and storage, etc.) or population characteristics (density,
habits, sanitation level, fluctuations, etc.). These factors are not yet fully considered in WBE, but they can significantly
affect the estimation of positive cases in a sewershed, as well documented by Kumar et al. (2022).

Despite this limitation, the numerous applications of WBE have evidenced the benefit of highlighting SARS-CoV-2
trends and peaks with an anticipation of 1-2 weeks at city scale (Kumar et al., 2021), which helps to provide early warnings
at low costs (Kumar et al., 2022).

As documented during the previous waves (Alpha, Beta, Gamma and Delta variants), wastewater signals may appear
12-16 days before COVID-19 cases (Randazzo et al., 2020) and 19-21 days earlier than an increase in the number of newly
hospitalized patients (Saguti et al., 2021), but the length of this anticipation has not yet been evaluated with the Omicron
variant.

With regard to variant surveillance, genomic sequencing is very expensive and time-consuming, thus limiting the
number of clinical specimens (nasal or salivary swabs) that can be analysed. Also in this context, wastewater provides an
overview of the variants circulating in the entire community, especially when a new variant emerges, considering that
a large population can be investigated as a whole with a few samples. Wastewater surveillance of SARS-CoV-2 and its
variants in large urban centres has been strongly endorsed in the EU by the EU Commission Recommendation 2021/472
of 17 March 2021 (EU, 2021), which suggests a sampling frequency of at least twice a week.

This paper highlights the evolution of SARS-CoV-2 loads in the wastewater of a medium-sized municipality (Trento,
North-East Italy) during the extraordinarily rapid spread of the Omicron variant, which caused the highest concentration
of SARS-CoV-2 in wastewater ever seen during the pandemic. In particular, the research reported in the paper focused on:
(i) a frequency of wastewater sampling of three times per week, and the need for smoothing; (ii) a long-term monitoring of
17 months, from December 2020 to April 2022, which included 410 wastewater samples; (iii) comparison of the Omicron
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wave in wastewater with the previous waves from December 2020 onwards and association with diagnostic and clinical
data recorded by health authorities; (iv) evaluation of the anticipation of signals in wastewater during the Omicron wave;
(v) SARS-CoV-2 loads in wastewater in periods before and after mass vaccinations in the population.

This work adds insights into the SARS-CoV-2 loads during the Omicron wave, given that data on the Omicron variant
in municipal wastewater and its correlation with epidemiological data are still scarce.

2. Materials and methods
2.1. Wastewater treatment plants and sampling plan

The wastewater surveillance of SARS-CoV-2 was applied to a medium-sized municipality (Trento, Italy) with 118,100
inhabitants (henceforth ‘inh.’) and served by two WWTPs (WWTPyoitn and WWTPsoyn; Figure S1 in Supplementary
Material). To be noted is that the boundaries of the administrative municipality may not exactly match the WWTPs
sewershed. In the present case, the WWTPs are also connected with the sewers of some small peripheral municipalities
with 14,400 inh. In total, the population served is 132,500 inh. divided into two WWTPs: (1) WWTPyqth, Which comprises
85,200 inh. and has a design capacity of 120,000 population equivalent (PE); (2) WWTPsqyn, Wwhich comprises 47,300 inh.
and has a design capacity of 110,000 PE. The difference between the number of inhabitants and PE used in the design
of the plant is due to the need to treat other inflows such as industrial wastewater, tourism fluctuations, stormwater,
or hauled wastewater. The design and operational parameters of WWTPyotn and WWTPs,,, are set out in Table S1 in
Supplementary Material.

Raw wastewater samples were collected and analysed for 17 months, from December 1, 2020, to April 15, 2022
(sampling is still ongoing), for a total of 208 samples for WWTPyon and 202 for WWTPsgyh. The first two months,
December 2020 and January 2021, were a run-in period with changes in the analytical methods, and wastewater was
collected once or twice a week. From February 2021 to April 2022 (more than one year), three samplings were performed
per week, resulting in more data, a more accurate calculation of the 7-day moving average, and a better understanding
of trends.

2.2. Raw wastewater sampling and storage

The points of collection of the raw wastewater samples were the inlet of the two WWTPs immediately after sieving
and degritting (where coarse materials and sand are removed), but before the primary settling to avoid the removal of
settleable solids. Sampling was performed using refrigerated (4 °C) autosamplers and forming 24-h composite samples
obtained by combining 96 aliquots of equal volume per day (aliquots collected every 15 min). The travel time of
wastewater from the furthest area in the sewershed along the collection system was approximately 2-3 h so that: (i)
the day of origin of wastewater was the same as that of the formation of the 24-h composite sample; (ii) the natural
decay of the viral genetic material in the sewer could only take place for a few hours, i.e. a time that did not significantly
reduce the viral loads at the entrance of the plants (Ahmed et al., 2020; Foladori et al., 2022).

Then, each composite sample was carefully mixed and collected in 250 mL aliquots before its refrigerated transport
to the lab and storage at 4 °C until further analysis. Samples were not frozen at any time, except for 7 samples (6 from
WWTPyorth and 1 from WWTPso,) due to unforeseen logistical problems. From October 1, 2021, in accordance with the
European Recommendation (EU, 2021), the samples were analysed within 48 h of sampling. In particular, in that period,
the analysis of 66% of the samples began within three hours from the time of delivery to the laboratory.

For each sampling day, the daily flow rate (expressed as m?/d) was recorded.

2.3. SARS-CoV-2 detection and quantification by RT-qPCR

Initially, from December 2020 to January 2021, the analysis of SARS-CoV-2 was based on the biphasic separation (PEG-
dextran) recommended by WHO for the environmental surveillance of poliovirus (WHO, 2003) according to La Rosa
et al. (2020). From February 2021 to April 2022, another analytical protocol, using PEG precipitation combined with
centrifugation, was adopted in agreement with the National Institute of Health (Italy) and shared with the Italian network
involved in the national programme for wastewater surveillance (SARI project; La Rosa et al., 2021a). This latter method
enables detection of SARS-CoV-2 even at low concentrations (10>-103 genomic unit (GU)/L) in a complex matrix like raw
wastewater. The procedure applied is summarized in the following paragraphs.

Enrichment phase and nucleic acid extraction - A volume of 45 mL of sample underwent the enrichment phase according to
Wu et al. (2020), with the minor changes listed below. Firstly, samples were pre-treated in a 56 °C water bath for 30 min
to inactivate the virus and guarantee the safety of the operators. After the sample was cooled at room temperature, 100
WL of process control virus (Murine Norovirus, MNV-1, viral stock provided by the Experimental Zooprophylactic Institute
of Sicily, Italy) were added. Solids were removed by centrifugation at 4500x g. According to this protocol, there is no need
to incubate in the precipitation step since 40 mL of supernatant are transferred to new tubes with the addition of 4 g of
PEG8000 and 0.9 g of NaCl, mixed at a cold temperature for 15 min and, once the PEG is dissolved, centrifuged again at
12,000x g for 2 h. Other authors have successfully used the same protocol for SARS-CoV-2 concentration (Zdenkova et al.,
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2022; Pellegrinelli et al., 2022). After centrifugation, the supernatant was separated, and the pellet was resuspended for the
extraction of nucleic acids with an aliquot of 2 mL of lysis buffer containing guanidine thiocyanate (bioMerieux), followed
by 20 min incubation for viral lysis. Then 50 pL of magnetic silica beads were added to the sample and incubated for
10 min at room temperature to allow the adhesion of RNA to the beads. A semi-automatic extraction platform (eGeneUp,
bioMerieux) was used in accordance with the manufacturer’s instructions, to elute nucleic acids in a final volume of 100
pL. The extracted RNA was then cleansed of matrix inhibitors with the commercial OneStep PCR Inhibitor Removal Kit
(Zymo Research, CA, USA).

Real-time RT-qPCR - Amplification was carried out by a real-time one-step qPCR reaction for the detection of a target gene
of the virus, the orf1b (nsp14) with an assay described in La Rosa et al. (2021b). The instrumental platform used was the
Applied Biosystems™ 7500 (ThermoFisher Scientific), while used to prepare the mixture for RT-qPCR were AgPath-ID One-
Step RT-PCR (Life Technologies), primer 2297-CoV-2-F, primer 2298-CoV-2-R and probe 2299-CoV-2-P. The amplification
conditions were: reverse transcription for 30 min at 50 °C, inactivation for 5 min at 95 °C, and 45 cycles of 15 s at 95 °C
and 30 s at 60 °C. Finally, the SARS-CoV-2 concentration, expressed in GU/mL, was obtained from the intersection of the
threshold cycle value (Ct) with the calibration curve produced by the serial dilutions of the dsDNA standard containing
the sequence target of the virus and provided by the National Institute of Health (Italy).

All samples were analysed in duplicate in qPCR. Analyses were considered acceptable if the standard curves for
the quantification of SARS-CoV-2 provided a slope close to —3.32 (minimum —3.1, maximum —3.6) and a regression
coefficient equal to or above 0.98 (R?> > 0.98), and if the other quality controls were within acceptability limits (recovery
> 1% and PCR inhibition < 50%).

In the absence of a general agreement on the acceptable recovery rate for SARS-CoV-2 in sewage, we used the criterion
of recovery rate >1% according to ISO 15216-1:2017, which concerns the quantification of viruses in complex food
categories. Other protocols indicate that a recovery of 1% or higher may be considered acceptable; i.e., the recovery process
will not be repeated or the data will not be rejected (inter alia Omura et al., 2022). Instead, when the recovery rate is below
1% the results are discarded and the samples can be re-extracted and analysed, thus providing an overall improvement in
data quality. The recovery of the procedure is indeed higher on average. Here, recovery rate of the process control virus
was not used to convert the viral gene concentration of the target as suggested by other authors (Kantor et al., 2021).

For the trend analysis, negative samples (i.e. samples with undetermined Ct or Ct > 40), were imputed to a quantitative
value corresponding to the one expected, in the run in which the sample was processed, for a Ct = 40.

2.4. Calculation of normalized SARS-CoV-2 load in wastewater

In order to normalize the natural fluctuations of SARS-CoV-2 concentration (Cs in GU/mL) in wastewater, which
depends on various environmental factors, such as influent flow rates, the normalized SARS-CoV-2 RNA load (indicated
with the symbol L) was calculated according to the following expression:

[ G100
B P

where Qq is the daily volume of wastewater entering the plant (daily flow rate, in m3/d) and P is the population
(inhabitants) in the served sewershed.

Due to the characteristics and habits of the Trento municipality, the influence of tourist fluctuations is moderate
compared to the number of residents. Hence the use for normalization of biomarkers (e.g. caffeine or Pepper Mild Mottle
Virus or others) — which could instead be very useful in the presence of high fluctuations of non-resident population -
was not considered.

(expressed as GU inh~'d™!)

2.5. Detection of SARS-CoV-2 variants in wastewater samples

In accordance with the EU Commission Recommendations 2021/472 (EU, 2021), systematic analysis of SARS-CoV-2
variants in wastewater has been established in Italy. Since October 2021 (with a pilot study in July), the Italian National
Institute of Health (ISS) has carried out monthly monitoring campaigns (named ‘flash surveys’) in collaboration with the
laboratories of the SARI network of the national program for SARS-CoV-2 surveillance in wastewater and thereby produce
a ‘snapshot’ of the variants present in Italy. For this purpose, RNA from wastewater samples collected and processed
by all the local laboratories in the country is shipped periodically to ISS, where amplification and NGS long-amplicon
sequencing (Nanopore technologies) are performed. The Omicron variant in wastewater was demonstrated using two
real-time PCR assays: a newly designed assay, named ISS assay (La Rosa et al., 2022b) and an assay developed by the
European Commission, Joint Research Centre, named JRC assay (Petrillo et al., 2021). Monthly reports detailing the number
of samples tested, the analytical approach, and the results of variants analysis are published on the ISS website (ISS, 2022a;
La Rosa et al,, 2021c,d). In addition to the monthly surveys, an ‘ad hoc’ study was organized for the investigation of the
increase in the Omicron variant between December 5 and December 25, 2021 (La Rosa et al., 2022a,b).
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2.6. Epidemiological data

Epidemiological data related to the population of the WWTP’s catchment area derive from the daily report of the
province (Napolitano, 2022). The database details the ‘daily new cases’, which are the COVID-19 cases newly detected
using molecular swabs or antigen tests. The database registers also the number of hospitalizations, the recoveries, and
the deaths for each municipality in the province.

To correlate epidemiological data with wastewater signals, the ‘current active cases’, also known as ‘current infected
cases’, have to be considered because SARS-CoV-2 may remain in the faeces of positive individuals during the entire period
of positivity or even longer. Active cases (A) can be estimated by subtracting the deaths (D) and recovered cases (R) from
the total positive cases (T) (Solanki et al., 2021; Worldometer, 2022), according to the following balance:

AA = AT — AD — AR

where A indicates a difference over a certain period of time. If the officially registered data based on swabs are used,
some asymptomatic people may be excluded, so that AA may be an underestimation of the actual number of COVID-19
positive cases.
The calculation of AA is performed for ‘n’ municipalities or suburbs served by the sewer, obtaining AA;, AA;, ..., AA;.

If a municipality is served by two WWTPs (as in our case), AA is divided into two parts proportional to the population
served. Finally, the ‘current active cases’ that discharge their wastewater (and positive faeces) in a WWTP can be calculated
by summing all the AA of the municipalities and suburbs served by the WWTP:

n

AAin WWIP = " AA  i=1,...n
1

In particular, in the present case n = 7, which includes two parts of Trento city and 7 suburbs as indicated in Figure S1
in Supplementary Material.

2.7. Statistics

All the analyses were conducted using MS Excel. In Section 3.4, the coefficient of determination, R?, has been calculated
to evaluate the best linear regression of wastewater RNA-signal and the COVID-19 positive cases.

3. Results and discussion
3.1. Normalized SARS-CoV-2 loads in wastewater and the need for smoothing

Data on the SARS-CoV-2 concentration in wastewater were collected continuously for 17 months, from December 1,
2020, to April 15, 2022, using composite not-frozen samples. Composite samples are preferable for WBE because they
are less affected by the natural fluctuation of wastewater quality during the day (Ahmed et al., 2021a). Avoiding freezing
helps to preserve the viral load and viability (Medema et al., 2020). In fact, frozen samples have shown a significant loss
in the number of viral copies (Ahmed et al., 2022), with a reduction of 0.5 log GU/L after 10 days of storage at —20 °C
(Cutrupi et al., 2021).

The profiles of the normalized SARS-CoV-2 RNA loads over time (calculated according to the procedure described in
Section 2.4) obtained in WWTPyqrn, and WWTPsq, are shown in Fig. 1. The original daily values acquired by RT-qPCR
are represented as discrete points in Fig. 1; data are affected by a ‘natural’ noise that can be associated with the ‘nugget
effect’ (Wurtzer et al., 2021), i.e. the problems introduced by the sampling of wastewater but also during the analytical
procedures, when coarse, heterogeneous, scarcely mixed particles or microbial clusters (‘nuggets’) can be encountered.
Selecting or missing the ‘nugget’ may lead to overestimation or underestimation of the results, respectively. Furthermore,
irregular or unpredictable factors such as weather conditions, infiltrations, leakages, the influence of inhibitory substances
discharged by - among others - industries, may cause ‘natural’ fluctuations in the daily data.

For these reasons, the use of a smoothing method may help obtain an immediate visualization and a faster interpre-
tation of the underlying trends of the evolution of the outbreak. Similar observations about the need for smoothing have
been made by Wurtzer et al. (2021). A simple smoothing technique is the ‘moving average’, which smoothes a series
by consolidating the daily data points into a longer unit of time, i.e. a week (or a month). To smooth our data, the 7-day
moving average (L) of the daily normalized SARS-CoV-2 loads (L4, Ly, ..., L) was used. Therefore L at day ‘t’ was calculated
considering the ‘n’ data acquired within the previous last 7 days, according to the following expression:
Li+L+--+1L,

n
where ‘n’ is the number of samples in a week. For example, adopting a frequency of monitoring of 3 times per week, the
7-day average was calculated using 4 data points, i.e comprising the extremes of the week.

As shown in Fig. 1 for the two WWTPs, the use of the 7-day moving average considerably smoothed the daily

fluctuations of the viral load. In Fig. 1, the wastewater profiles in the two WWTPs, serving parts of the same municipality
and some suburbs, appear very similar and the same waves are apparent.

z:

5



F. Cutrupi, M. Cadonna, S. Manara et al. Environmental Technology & Innovation 28 (2022) 102667

4 daily values in WWTP_North
——7-day moving average in WWTP_North

o daily values in WWTP_South
=-==7-day moving average in WWTP_South

4.0E+08
3.0E+07 - N
3.5E+08 - 2.5E+07
o)
-]
3 305408 2.0E+07 2
o OE+08 | |
= 1.5E+07 Omicrono %
o . n
N —~ 2.5E+08 1.0E+07 variant , "n l‘l;llk
>
S 5.0E+06
A< 2.0E+08 1
2= 0.0E+00 -
< o o~
wv o
-2  15E+08 - n
Q -
@2
g 1.0E+08 -
S
2
5.0E+07
g N % A, ) %
0.0E+00 - i S =4 g T T T T O T
o i i Ll i Ll i A Ll Ll L) ) i o~ o~ o~ o~
N o o~ o o~ o~ [} o~ o~ o~ o~ o o~ o o~ o o~
o o o o o o o o o o o o o o o o o
o~ o~ o~ o~ o~ o~ o~ o~ o~ o~ o~ (o] o~ o o~ o~ o~
) c o & [ > c ] %) o + > (%] c Ke = e
] Q S O © Q
e 2 ¢ s & 2 2 3 2 8§ o 2 &84 =8 & s <2
— - - - - O — - — - - bl - — - -
Date

Fig. 1. Time-profiles of normalized SARS-CoV-2 RNA loads in wastewater. Open symbols are daily values, lines are the 7-day moving averages.

3.2. Time profile of SARS-CoV-2 in wastewater compared to epidemiological trends

In order to correctly correlate the viral load in wastewater with the epidemiological data, it is very important to
conduct detailed calculation of the population and positive cases connected to the sewer and the WWTP (see Figure
S1 in Supplementary Material).

Fig. 2 compares the 7-day moving averages of SARS-CoV-2 loads in wastewater with the ‘current active cases’ in the
sewershed: that is, the number of people who may actively discharge SARS-CoV-2 in their faeces and thus into wastewater.
The number of ‘current active cases’ is an item of information more relevant to comparison with wastewater signals than
‘new daily cases’; and it is less affected by daily fluctuations because COVID tests increase before weekends, holidays or
events, and decrease over weekends or national/local holidays when the labs work on a reduced schedule. Moreover, the
number of the ‘current active cases’ is expressed per 100,000 inh.; this normalization allows better comparison between
communities of different sizes.

The methods used to quantify SARS-CoV-2 in wastewater underwent only minor adjustments during the entire
monitoring period (17 months). Hence, the concentrations can be easily compared over time. Conversely, the number
of active cases over time depends on the vaccination campaign that began on December 27, 2020, with the first doses
and moved towards mass vaccination during 2021-22: in particular, as of April 15, 2022, about 83% of the population had
received at least one vaccine dose and 61% had received a booster (3™ vaccination dose). As a result of the progressively
increased vaccine coverage, the number of active cases was expected to decrease gradually over time.

In Fig. 2, both wastewater profiles appear to be in agreement with the profile of the ‘current active cases’ in the
sewershed; and they exhibit the same waves.

In the first months (December 2020-January 2021), the effects of the 2™ wave are evident for both active cases and
wastewater signals in WWTPyotn, and WWTPso. After the lockdown in December 2020-January 2021, the virus load in
wastewater gradually decreased, but in February 2021 the 3™ wave began and a new lockdown was imposed.

The 3" wave, from February to April 2021, can be used as a reference period for the best comparison between
wastewater and infections because: (i) the sampling frequency of wastewater was the highest; (ii) the method of analysis
was improved; (iii) it was a period with various lockdowns; (iv) efforts were made for contact-tracing; (v) vaccination was
in the early phases for sanitary personnel and vulnerable people only. For these reasons, in that period the underestimation
of the number of COVID-19 positive cases in the whole population of the sewershed may have been the lowest. On average,
in that period, an amount of about 700 active cases/100,000 inh corresponded to a viral load of 1.0E4-07 GU inh~! d~1.

Only at the beginning of the summer (June 2021) did we record the absence of detectable SARS-CoV-2 genetic material
in some samples, probably due to the more favourable conditions of the summer period (open spaces, closed schools, etc.).
However, in July-September 2021, a significant increase in viral circulation was observed in wastewater (with a notable
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Fig. 2. Comparison between 7-day moving averages of SARS-CoV-2 RNA loads in wastewater and current active cases.

peak from the middle of August), although the number of current active cases remained low thanks to the high number
of vaccinations. This wave (July-September 2021) was clearly apparent in wastewater (Fig. 2), and it was due to the Delta
variant (lineage B.1.617.2) which was more than 2 x as contagious as previous variants (CDC, 2021). The Delta variant was
first detected in India in October 2020, but it became predominant in Europe from March 2021 onwards. The presence
of the Delta variant in July in WWTPs,, wastewater was confirmed by the analysis carried out by the National Institute
of Health (La Rosa et al.,, 2021c). For comparison, in July 2021, the Delta variant among the population in Italy became
dominant with a prevalence of over 90% (ISS, 2021).

The Delta wave during the summer of 2021 was not perceived as a major wave in the population that was mostly
covered by vaccinations. In fact, testing is often requested by people with symptoms (even mild), so that, in the presence
of scarce or no symptoms due to vaccination, the circulation of the virus may emerge only partially. Therefore, during
this Delta wave, there was no epidemiological evidence of the high circulation of the virus, and only wastewater was able
to provide a key signature about the spreading of SARS-CoV-2 in the population (Fig. 2). On average, during the Delta
wave, an amount of about 90 active cases/100,000 inh corresponded to a viral load of 2.2E4+07 GU inh~' d~'. This result
indicates once again that wastewater can emit a very sensitive and meaningful signal.

At the end of September 2021, the wave of COVID-19 infections declined significantly, but at the end of October
2021, the SARS-CoV-2 load in wastewater increased progressively with some fluctuations (Fig. 2). In those months the
sequencing of the samples in the two WWTPs evidenced the circulation of the Delta variant and Delta sublineages; its
presence being confirmed after July in WWTPsqy, and, later, in December, also in WWTPyqrt (La Rosa et al., 2021d).

At the end of December 2021, a marked increase in the viral signal was detected (Fig. 2). The slope of the curve,
i.e. the rate of change of the viral load, explains visually how quickly the viral load increased. From December 23, the
7-day moving average of the viral load (3.2E+07 and 4.0E+07 GU inh~! d~! in WWTPyortn and WWTPsgym, respectively)
jumped to 2.0E408 GU inh~! d=! in WWTPyown and 2.2E+08 GU inh~! d=! in WWTPsou on January 06, 2022, thus
increasing 5-6 fold (500%-600%) in a two-week period. The cause was the spread of the Omicron variant (see Section 3.3),
which, because it replicates at a significantly higher speed than SARS-CoV-2 Wilde Type or Delta, is markedly faster in its
diffusion rate, with an increased doubling time (Hui et al., 2022).

For comparison among different waves, the peak concentration observed in wastewater during the 3" wave was about
1.0E4-07 GU inh~' d~!, which was only 5% of the viral load circulating in wastewater during the Omicron wave. On
average, during the Omicron wave, an amount of about 4500 active cases/100,000 inh corresponded to a viral load of
2.0-2.2E4-08 GU inh~! d~'. In short, the viral loads observed between December 2021 and January 2022 were the highest
during the period of the study, and the slope was the steepest ever seen since monitoring began in the middle of 2020.
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Fig. 3. Profiles during the Omicron wave in December 2021-February 2022. 7-day moving averages of SARS-CoV-2 RNA loads in wastewater compared
to the current active cases. The presence (+) or absence (—) of Omicron variant found by two real-time PCR assays (JRC and ISS) are indicated.

At the end of January 2022, the viral loads in wastewater began to decline rapidly, along with COVID-19 active cases
(Fig. 2). On February 15, 2022, the viral load dropped by more than 77% from the peak of the Omicron wave observed in
January 2022.

The relationship between SARS-CoV-2 loads in wastewater and current active cases cannot be theoretically or uniquely
determined. It depends on viral shedding in faeces, and this value - despite the new data constantly published in the
literature (Schmitz et al., 2021; Miura et al., 2021) - is extremely variable for several reasons. First, the viral load in
the stool of infected people depends on the category of COVID-19 patients and the severity of the disease; for example,
patients with complications shed higher viral loads than those with mild symptoms (see e.g. Lavania et al., 2022). Second,
an infected person may shed SARS-CoV-2 RNA for a period of 2-3 weeks or more (Lavania et al., 2022; Kumar et al., 2022)
even after a negative swab which excludes that person from the count of active cases. Third, different VOCs could cause
different viral loads in infected people; however, preliminary observations suggest viral titres not statistically different in
people infected with Omicron compared to Delta (Puhach et al., 2022).

3.3. Confirmation of the presence of the Omicron variant in wastewater in December 2021

The rapid increase of the SARS-CoV-2 load in wastewater during the Omicron wave and the subsequent rise in
the active cases are detailed in the profiles of Fig. 3. The circulation of the Omicron variant in wastewater was first
demonstrated around the third week of December 2021 using two real-time PCR assays specific for Omicron (ISS and JRC,
indicated at the top of Fig. 3) and Sanger Sequencing for positive results confirmation (La Rosa et al., 2022b).

Notably, the Omicron mutations were not detected in the wastewater samples collected on December 13 and 15
in either of the WWTPs. The first positive result of the Omicron variant was found in wastewater on December 20 in
WWTPsoh, and December 22 in WWTPyo,h. The profile of SARS-CoV-2 load in Fig. 3 shows that the rapid rise of the viral
load in wastewater began on December 26 in WWTPs,, and on December 28 in WWTPyqh, about one week after the
first detection in wastewater by RT-PCR. This indicates that detecting SARS-CoV-2 variants in wastewater can provide
valuable information even before the onset of a new wave becomes apparent.

In the week following December 20, 2021 (when the Omicron variant was first detected in wastewater), according to
diagnostic tests the active cases in the municipality were stable and only started growing about 10 days later. The rapid
growth of active cases then followed, with the Omicron variant rapidly taking over in the first week of January 2022. It
is evident from Fig. 3 that wastewater surveillance of SARS-CoV-2 furnished evidence of the increased circulation of the
virus even before it became significant according to epidemiological data.
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Considering the clinical data from the integrated surveillance system of COVID-19 in Italy, 98.3% of 6.511 sequences
submitted to the platform for the genomic surveillance of the SARS-CoV-2 (I-Co-Gen) variants in our country in the period
from December 28, 2021 to April 26, 2022 were associated to the Omicron variant (ISS, 2022a). Data for the province of
Trento are also available, obtained through clinical “flash surveys” showing that on January 03, 2022, of 25 sequence,
19 were Omicron and 6 Delta (ISS, 2022b). Later on, only Omicron sequences were detected in Trento on the surveys
performed on January 31, March 07 and April 04, 2022 with 20, 12, and 14 samples, respectively (ISS, 2022c,d,e)

Conversely, the Alpha variant took about 12 weeks to become dominant in the population (Carcereny et al., 2022),
while Delta was first detected in England in March 2021 and reached more than 50% of sequenced isolates by May 25,
2021 (Twohig et al., 2022). As evidenced by Fig. 3, just two weeks were enough for the newly emerged Omicron variant
to significantly increase active cases and wastewater signals. This rapid diffusion demonstrated the important role of
vaccinations in mitigating the consequences of COVID-19 and the number of hospitalizations.

In South Africa, where the Omicron variant first appeared in November 2021, it began to decrease at the end of
December 2021 (South Africa Government, 2021). Also in our case, as shown by the profiles in Fig. 3, the decrease in
the viral loads from the end of January 2022 was just as rapid as the increase.

AS far as we know, this is one of the first studies where the Omicron wave was completely monitored at high frequency.
In particular, once the Omicron variant emerged in the two WWTPs, the time profiles were acquired until the peak was
reached and the descending trend was completed. The entire evolution of the Omicron wave lasted about two months.
Figs. 2 and 3 clearly show that the dynamics of the viral loads in wastewater follow well the number of COVID-19 cases per
100,000 inh, in agreement with observations during the spread of previous VOCs (Carcereny et al., 2022; Chavarria-Miré
et al.,, 2021).

Since multiple SARS-CoV-2 variants may be present simultaneously in wastewater samples (Agrawal et al., 2022; Novoa
et al.,, 2022), confirmation of the prevalence of the Omicron variant in the community was derived here from clinical data.
In this regard, Novoa et al. (2022), in the analysis of variants, demonstrated a significant concordance between the most
frequent variants detected in wastewater and positive persons from the same geographical area.

The results also highlighted that wastewater surveillance allows to appreciate the circulation of the virus even with
an underestimation of positive cases due to mass vaccination. Understanding the evolution of the diffusion of emerging
VOCs is essential for adopting adequate mitigation actions, especially towards the Omicron variant which still has only
few reports in wastewater.

3.4. Anticipation of epidemiological data

The Omicron wave (Fig. 3) exhibited a certain temporal shift between the signal in wastewater and the current active
cases, confirming that wastewater can anticipate the epidemiological data. Thus, wastewater can provide an early warning
signal of the onset of a wave, as maintained by various studies in the literature (Bonanno Ferraro et al., 2021; Ahmed et al.,
2021b; La Rosa et al., 2020; Li et al., 2022).

To calculate the time shifting (anticipation) during the Omicron wave, the profile of the positive cases was dragged
with a shift At, variable from 0 to 7 days, to overlap as much as possible with the SARS-CoV-2 loads and thus find the
best correlation between the two series, analogously to the approach adopted by Wurtzer et al. (2021). The relationship
appears quite similar between the two WWTPs: the shift that permits the best correlation is the one with the highest
coefficient of determination, R?, and corresponds to the time lag (anticipation) of 6 days. For comparison, an average lag
of 3 days was observed by Wurtzer et al. (2021).

Consideration of the entire 17-month monitoring period shows that the anticipation became more evident when the
peak was very pronounced during the Omicron wave in Dec. 2021-Jan. 2022 compared to previous waves with lower
peaks. Whilst the wastewater data showed an increase in the community about a week before traditional nasal or salivary
swabs, by contrast, the anticipation of the declining trend does not seem appreciable (Fig. 3). Instead, the time profile of
the viral loads during the decline of the Omicron wave appears to coincide with the time course of the current active
cases.

The anticipative capacity of the sewage signal is also highlighted by Novoa et al. (2022) in 11 WWTPs in Spain. In
particular, their results indicated that wastewater surveillance and modelling were able to predict the evolution of the
pandemics in the municipalities within a time horizon of seven days.

3.5. Comparison of viral loads in winters 2020-21 and 2021-22 due to extended vaccinations

Fig. 4 shows the comparison of the SARS-CoV-2 loads and the current active cases during the months of December,
January and February for two consecutive years, i.e. 2020-21 and 2021-22. Immediately apparent are the huge differences
in the viral loads and active cases in the two successive winters (Fig. 4).

During the 2nd wave in winter 2020-21, lockdown periods and various restrictions were imposed in the municipality;
the SARS-CoV-2 load reached maximum values of 5.0E4+07 and 3.3E4-07 GU inh~! d=' in WWTPyorh and WWTPsqych,
respectively. In that period, the corresponding infections were around 1000 cases/100,000 inh.

Conversely, during winter 2021-22, when the Omicron variant spread rapidly in the community, minor restrictions
were applied because of the mass vaccination campaign against COVID-19, which covered more than 80% of the
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Fig. 4. Comparison of two successive winters (December-February 2020-21 and 2021-22). 7-day moving averages of SARS-CoV-2 RNA loads in
wastewater, current active cases and hospitalizations are compared.

population. The SARS-CoV-2 loads (Fig. 4) reached a maximum plateau with average values of 2.0E+08 and 2.5E+08
GU inh~! d~! in WWTPyort, and WWTPsoun, respectively. These maximum loads were 4 to 7 times higher than those in
winter 2020-21. During the Omicron wave, the number of active cases at the peak was 4700 cases/100,000 inh that is
4.7 times higher than the previous winter.

Despite more infections in winter 2021/22, the Omicron variant caused fewer hospital admissions than in the previous
winter 2020/21, due to the mostly less severe nature of disease and the mass vaccination campaign, although the
Omicron variant may partially evade immunity from vaccines and previous infections. In the first week of December,
hospitalizations in the province increased to 22/100,000 inh on December 15, 2021, when the Omicron variant was not yet
present in wastewater, and was associated with the Delta variant. Then hospitalizations increased slowly and progressively
for the entire month of January 2022, surpassing 30/100,000 inh. during the long maximum plateau (peak on January 27,
2022). By comparison, hospitalizations amounted to more than 90/100,000 inh. at the beginning of winter 2020/21.

The steep spike of positive cases has raised concerns that the healthcare system will once again come under pressure,
due to the extremely high rate of the spread of the Omicron variant. Indeed, the wide circulation of the virus among the
population, as evidenced by wastewater surveillance (Fig. 4), may have had an impact on the healthcare system and on the
number of hospitalizations. However, as shown in Fig. 4, the fast-spreading Omicron variant registered a record number
of positive cases but a limited hospitalization increase in January-February 2022, compared with the increase with the
Delta variant in December 2021. This is in line with the findings of other studies (Maisa et al., 2022), which confirm mild
symptoms in the cases of Omicron detected in France, but underline the great importance of the surveillance system for
rapidly detecting new variants and adapting to emergencies.

The comparison among high concentrations of viral RNA in wastewater despite a moderate amount of COVID-19 cases
was highlighted by Novoa et al. (2022), confirming once again that infected individuals with less symptoms may go
unnoticed (Novoa et al.,, 2022). In Milan, high viral loads were found in wastewater in combination with high vaccination
coverage, suggesting significant circulation of the virus among vaccinated individuals (Nattino et al., 2022) and this could
make variants more competitive. However, the authors point out that in these cases standard surveillance metrics cannot
accurately describe the spread of the virus, while wastewater surveillance can give early warning of virus circulation.
In a different study, Bivins and Bibby (2021) instead measured lower viral concentrations in wastewater after massive
vaccination in the closed community living in a college campus, due to the decreased viral shedding.
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4. Conclusions

To the best of our knowledge, this is one of the first monitoring of the entire Omicron wave through wastewater
surveillance, within a 17-month long-term monitoring (December 2020-April 2022). The main results show that:

- during the Delta wave in summer 2021, a viral load peak emerged in wastewater, not perceived in positive cases
due to mass vaccination;

no Omicron was found in wastewater samples until the mid-December 2021;

after the first detection, then Omicron variant spread very quickly becoming predominant in a couple of weeks;
the viral loads in wastewater during the Omicron wave were 4-20 times higher than in the Alpha and Delta waves;
- the Omicron wave lasted two months from December 2021 to February 2022.

a marked concordance was observed between viral loads in wastewater and ‘current active cases’;

wastewater is able to show the increase in viral loads with an anticipation of 6 days.

In the rapidly changing and challenging context of emerging VOCs, wastewater surveillance has proven to be a valuable
tool, independent of diagnostic testing and important in the long-term monitoring of the pandemic.
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