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Scope of work:
We will treat surface-imitating sheets of Formica with oxivir TB wipes and allow to dry mimicking oxivir salt residue on surfaces in COVID patient rooms at DUHS. We will then inoculate oxivir treated surface-imitating sheets with COVID-19 positive human samples with known RT-PCR cycle thresholds followed by sampling with nylon swabs on days 3 and 7 following inoculation. On sampling days, RNA will be extracted immediately and batched for RT-PCR and analyses.

BSL2+ PPE to be used:
· Seamless-front gown, double pair of gloves, surgical mask and face shield
· Processing of samples will be done in the absence of sharps
· This entire experiment, from inoculation of surfaces to RNA extraction, will take place in a Class II biosafety cabinet (BSC)

Formica Plates Sterilization Prior to Inoculation: 
· Wrap Formica plates in aluminum foil, place in autoclave on gravity cycle

Sample Aliquoting:
*Following BSL2+ PPE requirement and procedures*
· Place plastic backed absorbent pads along bottom of BSC, drench with dilute bleach (1:10)
· Place secondary Tupperware container in BSC along with its top
· Apply oxivir TB to Formica sheets and allow to dry (~1 hour) in the secondary container
· Remove COVID-19 positive human sample container from -80 freezer and place in BSC to thaw
· Inoculate Formica sheets with 50 uL of sample in RNA buffer of known cycle threshold and place in the secondary container
· Seal secondary container, bleach outside of container and interior surface of the BSC. Rinse BSC surface after 1 minute to reduce corrosion.
· BSC sash will remain open and blower running with signage attached stating, “do not turn off, COVID-19 research”
· On all sampling days: replace bleach drenched absorbent pads in the bottom of the BSC
· Remove secondary container top, place to the side within the BSC
· Sample each Formica sheet with nylon swab, place nylon swab in 15 mL conical tube with viral transport media, cap, and vortex for 15 seconds
· Once all samples are collected, reseal the secondary container and begin RNA extraction using the Qiagen viral RNA extraction kit (Qiagen).
· Once samples have been processed and RNA extracted, follow normal BSL2+ procedures to decontaminate (1:10 bleach) inside of BSC and outside of samples and secondary container. Rinse BSC to reduce corrosion.
· Viral RNA will be extracted using a Qiagen viral RNA extraction kit (Qiagen) and then assessed using SuperScript III Platinum One-Step qRT-PCR kit for real-time reverse transcriptase PCR (qRT-PCR) and SuperscriptTM III One-step RT-PCR system kit and PlatinumTM Taq PCR kit for conventional reverse transcriptase PCR (RT-PCR) using SARS-CoV-2 Real-Time RT-PCR Molecular Worksheet and Thermal Cycler Program PDF 
