bioRxiv preprint doi: https://doi.org/10.1101/2021.01.17.426875; this version posted December 12, 2023. The copyright holder for this preprint
(which was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made
available under aCC-BY-NC-ND 4.0 International license.

486 Supplemental Figures

A R
R, 2
Ry Rs
4 [ I
N
\ N
/ %
Ry o) s
B
‘compound Ry R: R R« R Re Ry Re ECw(pM)
PAV-770 Me t-Bu H O-CH- | CHx-O- H F H 1-3
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PAV-736 |CH:.CH:.OH | gy H OMe | OMe H H H >3
PAV-869 Me t-Bu H OPr OMe H H H >3
PAV-773 Me t-Bu H OMe OMe H H H <1
PAV-1866 Me t-Bu Me OMe OMe H H H >3
PAV-834 Me Me H OMe OMe H H H 3
PAV-854 Me Cy-hex H OMe OMe H H H >1
PAV-530 Me iPr H OMe OMe H H H 1
PAV-835 Me cyPr H OMe OMe H H H <1
PAV-895 Me cyPr H OMe Me H H H 2
PAV-039 Me cyPr H OMe OMe H H F 1
PAV-896 Me cyPr H Me OMe H H H 15
PAV-700 Me cyPr H Cl OMe H H H 2
PAV-235 Me cyPr H F OMe H H H 0.2
PAV-944 Me cyPr H OMe CF: H H H 0.2
PAV-901 Me cyPr H CF» OMe H H H 0.3
PAV-671 Me cyPr H H Cl OCF» H H 0.05
PAV-774 Me cyPr H cl OCFs | H H H 0.2
PAV-431 Me cyPr H OMe OCF: H H H <01
PAV-528 Me cyPr H OCHF3 | OCHF» H H H <0.1
487 PAV-877 Me cyPr H H Me OCHF. Me H >2
488 Supplemental Figure 1. Early SAR exploration within hit chemical series. Supplemental Figure 1A shows
489 a Markush structure for the initial hit chemical series in the CFPSA flu capsid assembly screen.
490 Supplemental Figure 1B shows the initial structure-activity-relationship pursued to characterize how
491 changes to different parts of the molecule affect activity of the series. EC50 for each compound was
492 determined by TCIDso with infectious FLUV in MDCK cells.
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494 PAV-431 crosslinker
495 Supplemental Figure 2. Synthetic scheme for PAV-431 and its resin and photocrosslinker analogs.

496 Supplemental Figure 2A shows the synthetic scheme for PAV-431. Supplemental Figure 2B shows the
497 synthetic scheme for attachment to a resin by the pyrazole position, which was used in the eDRAC

498 experiments described in Figure 5 and Supplemental Figure 4. The eDRAC experiments described in Figure
499 6 were conducted with a resin attached from the benzyl ring. Supplemental Figure 2C shows the synthetic
500 scheme for the PAV-431 photocrosslinker analog used in the experiments described in Figure 6.
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502 Supplemental Figure 3. Supplemental Figure 3A shows the drug-like properties of PAV-431 including in
503 vivo and in vitro assessments of toxicity as well as pharmacokinetic properties. Maximum tolerated dose
504 (MTD) studies in mice were conducted using female Balb/c mice where randomized groups containing 3
505 mice were dosed with a single dose of vehicle or compound and monitored for 48 hours for symptoms of
506 toxicity. Pharmacokinetic (PK) studies were conducted in male Sprague Dawley rats where randomixed
507 groups of four animals were administered compound and plasma was collected before dosing then after 5
508 minutes, 15 minutes, 30 minutes, 1 hour, 2 hours, 4 hours, 8 hours, 12 hours, and 24 hours to determine
509 concentration of the compound in plasma over time. In the uptake studies, animals were euthanized after
510 30 minutes or 2 hours to determine concentration of the compound in the lung and brain. Supplemental
511 Figure 3B shows the results of PAV-431 in an in vitro Cerep panel, a commercial screen for potential to
512 bind to a broad panel of receptors, enzymes, and ion channels, reported as percent inhibition of control
513 specific binding. PAV-431 was tested at 50uM, a concentration ~500x higher than antiviral EC50. Data
514 shown are the averages of replicates, error bars indicate standard error.
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