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Method(s)
Three sampling approaches or sampling types (grab, composite, and passive sampler) were employed for 72 hours (hrs) of continuous sampling at two on-campus sewer system maintenance hole sites (Dorm A and B). Samples were taken from each sampling type at five time points: 2 hrs, 6 hrs, 24 hrs, 48 hrs, and 72 hrs after start of sampling. All samples were concentrated by PEG precipitation: 100 mL of composite sewage sample or swab filtrate was spiked with 50 µL (1.66 × 105 gc/µl) of bovine coronavirus (BCoV) vaccine (Merck animal health, cat.no. 327122-02), to act as a positive control, inverted to mix several times, allowed to sit on ice for at least 10 minutes, then 8 g/mL of PEG-8000 (cat.no. P4330, Teknova) and 3.2 g/mL NaCl were added to each sample. Samples were shaken by hand to disperse clumps and then shaken at 200 RPM on a shaker at 4°C overnight (13-15 h). A process negative control, consisting of 100 mL of DI water with the same concentrations of added PEG-8000 and NaCl, was used to monitor for contamination during sampling handling. 
[bookmark: _3f1jlvw1qbvh]After overnight incubation, samples were centrifuged at 4,890 g (6,300 RPM with JLA-10.500 Fixed Angle Rotor installed in Avanti J-E centrifuge, Beckman Coulter) for 30 minutes to pellet samples. Supernatants were poured off and pellets were resuspended in 2 mL of 1X filter sterilized PBS. Two hundred fifty microliters of the resuspended pellets were then immediately added to 600 µL of lysis buffer (TNA lysis buffer, Omega Bio-Tek) in each of two tubes per sample containing 2.8-mm diameter ceramic beads. Samples were bead-beat at 2,500 RPM and for each sample 200 µL of the resulting suspension was extracted using the MagBind DNA/RNA extraction kit (cat.no. M6246-03, Omega Bio-Tek). Samples were eluted in 100 µL of DNA/RNA-free water and were stored at -80°C for 16 weeks prior to ddRT-PCR and 20 weeks prior to sequencing.
SARS-CoV-2 RNA targets, N1 and N2, were quantified using a duplex ddRT-PCR assay by previously described methods 1, 2. In addition, fecal strength indicator, PMMoV, and a positive control organism, bovine coronavirus (BCoV), were also quantified by ddRT-PCR 1. Duplicate wells were used in ddRT-PCR, and for N1/N2 plate and a subset of samples were run at both 1:10 dilutions (in DNase/RNA-free water) and undiluted to assess inhibition. BCoV/PMMoV wells were only run at 1:10 dilutions. One autosampler sample was lost during the experiment (Dorm B-composite-2 hr). 
Duplex ddRT-PCR assays for BCoV and PMMoV or SARS-CoV-2 N1 and N2 were performed as previously described using One-step RT-ddPCR Supermix for Probes (BioRad, Hercules, CA, cat.no. 1864022) 1. Primers and probes were obtained from IDT (Integrated DNA Technologies, Coralville, IA) and were suspended to 10 or 100 µM in TE buffer (cat.no. 11-05-01-05, IDT) prior to use. Five µL of template was used for each reaction (in a total reaction of 20 µL) leading to approximately 0.15 mL sewage assayed per well or 0.31 mL sewage assayed per merged well sample. A positive control was run in two duplicate wells on every plate: either a 1:100 dilution of SARS-CoV-2 RNA (ATCC VR-1986D) for the N1/N2 duplex assay, or a 1:10 dilution of a sewage extract (to test for inhibition biases) and 1:1000 dilution of BCoV vaccine extract (undiluted BCoV stock concentration = 4.2±0.98 x 105 cp/µl) for the BCoV/PMMoV duplex assay. All unknown extracts were assayed in duplicate wells and merged for data analysis. For the N1/N2 plates, extracts from Dorm B were run as both undiluted and 1:10 diluted extracts to assess inhibition. The higher value of the two was considered uninhibited and thus used in data analysis. Due to logical constraints, extracts from Dorm A were run only undiluted for the N1/N2 plates. For the BCoV/PMMoV plates, all extracts were run as 1:10 diluted extracts. Quadruplicate no template control (NTC) wells were included with each plate. The thresholding of each ddRT-PCR plate was done by hand in QuantaSoft software (BioRad). To calculate the threshold value for each channel, we first calculated the maximum value for the positive droplet cluster and negative droplet cluster using the 1D plot in QuantaSoft for each. Then the midpoint between the two was calculated and set as the threshold between positive and negative droplet clusters 3. 

Location where data were collected
At two Georgia Tech on-campus sewer system maintenance hole sites (Dorm A and B).

Time period during which data were collected 
Dorm A: 1/24/2022 ~ 1/28/2022
Dorm B: 2/14/2022 ~ 2/18/2022

Environmental or experimental conditions
Not applicable

Standards or calibrations that were used
Not applicable

Uncertainty, precision, and accuracy of measurements 
Not applicable

Quality assurance and quality control that have been applied
See the methods section above.

Description of parameters/variables
Column headings are from the default output generated by QX200 Droplet Reader (Biorad) opened in QuantaSoft Software (Biorad).

Definitions of acronyms, site abbreviations, or other project-specific designations used in the data file names or documentation files
Not applicable

File Information
There are two directories named ‘N1/N2 duplex assay’ and ‘BCoV/PMMoV duplex assay’. Each directory has output files from QuantaSoft software in CSV format but with duplicate wells merged and thresholded. The total number of files is 9 including the README file.

Software
QuantaSoft Software (Biorad) was used to produce the CSV files. Microsoft Excel or similar spreadsheet software can be used to read the dataset.

Data source
Not applicable.

Related materials
Not applicable.

Limitations to reuse
Not applicable.

Date dataset was last modified 
1/8/2024

Any other important information about your data
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