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Syn-thetlc A.IV RNA ltems were tested at .Concentratlons. ranging from 50-50,000 Jenome influenza RNA. Amplification curves generated using the CDC Flu A assay targeting M from the Flu-SC2 References
copies/reaction (GC/rxn), and when available, genomic RNA (gRNA) was tested at Multiplex assay? with (A) synthetic HZN9 RNA (ATCC® VR-3437SD™), (B) synthetic H7N7 RNA (ATCC®
concentrations ranging from 50-5000 GC/rxn. VR-3438SD™), (C) synthetic HSN6 RNA (ATCC® VR-3439SD™), and (D) synthetic HON2 RNA (ATCC®
= The assays used were published by the FDA," CDC,? or from highly cited papers.? VR-3440SD™) and genomic HIN2 RNA. 1. FDA, HPAI H5 Subtyping in Milk and Milk Products Using RT-qPCR, 2024.
= Amplification was achieved using Invitrogen SuperScript |l Platinum One-Step gRT-PCR Kit A B C D 2. CDC, Research Use Only CDC Influenza SARS-CoV-2 (Flu SC2) Multiplex Assay
(Thermo Fisher Scientific) (Figures 2A-B, Figure 3) or QIAGEN One-Step RT qPCR Kit (Figure H5N1 synthetic RNA E HGNG synthetic RNA H7NO synthetic RNA H7N7 synthetic RNA _ Real- Time RT-PCR Primers and Probes, CDC, 2020.
2C) on the CFX Opus Real-Time PCR System (Bio-Rad). B ; : 3. Hoffmann B, et al. Riems influenza a typing array (RITA): An RT-gPCR-based low
| density array for subtyping avian and mammalian influenza a viruses. Sci Rep 6:
RT-LAMP v VU v ¥ vV UV VvV ¥ ¥ W v v W e R E R 27211, 2016. PubMed: 27256976.
= AIV A/H5 and A/H7 synthetic RNA items were evaluated with RT-LAMP assays from Ahn et al. NTC  5x10* 5x10° 5x1025x10 NTC 5x10¢ 5x10° 5x1025x10! NTC 5x10¢5x10° 5x1025x10!  _ NTC 5x10%5x102 5x1025x10f 4. Ahn SJ, et al. BMC Rapid and simple colorimetric detection of multiple influenza
20194 using the WarmStart Colorimetric LAMP 2X Master Mix with UDG (New England GG GC/mxn GC/rxn e/ viruses infecting humans using a reverse transcriptional loop-mediated isothermal
Biolabs). Figure 4: RT-LAMP results using assays from Ahn et. al. 2019.# The H5 assay from the paper was amplification (RT-LAMP) diagnostic platform. Infect Dis 19(1):676, 2019. PubMed:
tested with (A) synthetic HSN1 RNA (ATCC® VR-3436SD™) and (B) synthetic HSN6 RNA (ATCC® VR- 31370782.
BioFire Film Array RP2.1 Panel 3439SD™), and the H7 assay was tested with (C) synthetic H7N9 RNA (ATCC® VR-3437SD™) and (D) 5. BIOFIRE Respiratory Panel 2.1 (RP2.1). BFR0000-8579-03, 2023.
= Synthetic AIV RNA items were tested at 100x, 10x, and 3x limit of detection (LoD) for influenza synthetic H7N7 (ATCC® VR-3438SD™). From left to right, the PCR strip tubes contain a no-template
y ’ ’ control (NTC), 5 x10* GC/rxn, 5 x103 GC/rxn, 5 x102 GC/rxn, and 5 x10" GC/rxn of synthetic RNA.

A detection, which is reported in the kit details as 1.4 x 102 copies/mL.°
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