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Figure S1. Mass spectra of ions from SPE fraction 2 active against WNV NS3.
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Figure S2. Extracted LC-MS chromatograms of the ions at m/z 190.15 (top, black) and at m/z 379.31 (bottom, red).
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Figure S3. LC-MS direct injection collection of concentrated m/z 379 NS3 active compound. (a) Chromatogram showing
collection time between 0.26 min and 0.33 min in the run time. (b) Display of the relative abundance of the compound
present in the isolated concentrate.
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Table S1. LC-MS gradient used to isolate and characterize the bioactive compound of A.chloros SPE fraction 2.

Time % H20 % MeOH Formic Acid in Each Solvent
0 min 90 10 0.10%
5 min 90 10 0.10%
40 min 10 90 0.10%
50 min 10 90 0.10%
55 min 90 10 0.10%

60 min 90 10 0.10%




Figure S4. Fragment of compound 1 defined by NMR




Table S2. Chemical shift assignments of compound 1.

Position Davl‘;s;;;l:;“an H (ppm) | BC (ppm) CosY H2BC HMBC
2 8.95 8.95 144.0 3,4,6,7
3 - - 144.4
4 8.45 8.43 145.0 5 5 2,561
5 8.01 8.08 127.9 46 46 2,6
6 8.84 8.89 142.3 5 2,457
7 4.60 164 615 8 8 2,6,8,9
8 2.20 2.04 311 7,9 7,9 7,9
9 141 1.40 257 8 8 7.8
T 2.87 2.90 322 2 2 234,23
2 1.73 1.74 30.1 13 1 313
3 141 1.40 28.6 2 2 2

Data recorded in methanol-ds at 298 K and 600 MHz (*H) and 150 MHz (*3C).
The column labelled “Davies-Coleman 'H (ppm)” are the chemical shifts reported in [4].

COSY correlations are to the indicated hydrogen atom.
H2BC and HMBC correlations are to the indicated carbon atom.




Figure S5. 1D '"H-NMR spectrum of active SPE fraction 2 (methanol-ds recorded at 600 MHz and 298 K. Note the solvent
peaks at 01 3.31 ppm are much sharper than the sample peaks).




Table S3. °C T1 and T2 relaxation rates.

Position T1 (ms) T2 (ms)
2 4422 +22.3 273.2+59.5
4 325.8+16.0 159.8 £22.5
5 441.5+6.1 176.4 +28.3
6 369.0+6.7 219.5+7.3

Relaxation rates were obtained by fitting a two parameter exponential decay to peak heights.
Uncertainties were estimated by refitting five times with additional Gaussian distributed noise.



Figure S6. 'H-"H DQF-COSY spectrum of compound 1
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Figure S7. 'H-*C HSQC spectrum of compound 1
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Multiplicity edited "H-"*C HSQC spectrum of 1 in methanol-ds at 298K shows methyl and methine resonances in black
and methylene resonances in red. The peaks near 5.50,130.0 ppm could not be correlated to those of 1 and are assumed
to be due to impurities.



Figure S8. 'H-*C H2BC spectrum of compound 1
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Figure S9. 'H-*C HMBC spectrum of compound 1
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Figure S10. '"H-'H NOESY spectrum of compound 1
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2D 'H-"H 500 ms NOESY NMR spectrum of compound 1 in methanol-ds at 600 MHz and 298 K. Black peaks indicate
negative NOEs produced by slowly tumbling molecules and red peaks indicate positive NOEs produced by rapidly
tumbling molecules. Note the NOE near the top left of the spectrum between aromatic H2 (8.95 ppm) and aliphatic H8
(2.04 ppm) is negative, while the NOE between aliphatics H8 (2.04 ppm) and H7 (4.64 ppm) is positive.



Figure S11. '"H-'H ROESY spectrum of compound 1
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2D 'H-'H 300 ms ROESY NMR spectrum of compound 1 in methanol-ds at 600 MHz and 298 K. Red peaks indicate
positive ROEs. Black peaks would identify resonances undergoing chemical exchange but none are present.



