Table S1. Primers used to complete the sequencing of the crocodile-derived WNV.

CROCKUNV3F GATGCGGAAATCACAGGTTCC
CROCKUNV3R CAGCCAGCCCATCTCATTGG
CROCKUNV4F CTGAAATCATTCAAAGACTTCGC
CROCKUNV4R GCCTCACGCTCTTCATCCACC
CROCKUNVS5F GGAACGAGAGCAGTGGGAAGAC
CROCKUNVS5R TGCGGCACGGGGTCTCCACTAACC
CROCKUNVseqlF CCTGATTGCTGGTGTGG
CROCKUNVseqlR GCTGTCACCTTCAAGGACC
CROCKUNVseq2R GGAATGGCCATAGAGTCC
CROCKUNVseq3F GGAACAGTTTGGAGGTGG
CROCKUNVseq3R CCAAGAACACGACCAGAAGG
CROCKUNVseq4F GCTGATGTCTCCTCATAGG
CROCKUNVseq4R CCCAGTCATCGTTCTTGC
CROCKUNVseq5F CGTACCACACCCATCATGC
CROCKUNVseq5R GGTGTCTGAATTGAGTAGAGG
CROCKUNVseq6R CCAGAGTATGGAACATCGC
CROCKUNVseqEF GGAGTTTGAAGAACCACATGC
CROCKUNVseqER CCCTGAGTTATCCAAGACATG

WNV NS1 F CATGCTGACACTGGATGTGCCATAG
WNV NS2B R CTCCTCTCTTTGTGTATTGGAGAGTTATC




Table S2. Standard for estimation of TCIDso-equivalents of WNVyyn in pen-water as determined by qRT-PCR.

Standard Log 10 (standard) CT score

10 522 TCIDso/ml (neat) 5.92 12.788361
1:10 4.92 18.738192
1:100 3.92 22.422401
1:1000 2.92 25.790836
1:10000 1.92 28.877739
1:100000 0.92 32.220005
1:1000000 -0.08 36.105015
1:10000000 -1.08 39.028511




Table S3. Summary of histopathological changes

areas
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10* 1V Lymphoplas | Subepithelial Subepithelia Multifocal Vascular Lymphoplas | Lymphohisti
macytic lymphoplas | multifocal lymphoplas | centric and macytic ocytic
histiocytic macytic lymphoplas macytic interstitial histiocytic infiltrate
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endothelial with infiltrate area infiltrate dying cells
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venules with | endothelial with
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population capillary high
(migrating) venules endothelial
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Table S4. Plasma viremia as detected by qRT-PCR and converted to TCIDs, equivalents.

D1 D2 D3 D4 D5 06 L7 b8 09 D10 D11 D12 013 D14 Dis D16 D017 D18 D19 D20 D21
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Figure S1.
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Figure S1. Standard curve to determine WNVyyy infectious units equivalents from plasma qRT-PCR CT scores.
Ten-fold dilutions of WNVxun (107 to 107) were simultaneously assessed for infectious titre by TCIDspassay and levels of
viral RNA by Tagman gRT-PCR. An exponential trend line was generated from the derived CT scores and calculated
infectious units of the standard dilution series using the Excel Growth Function. Infectious unit equivalents were
then predicted for each plasma sample from their derived CT scores. R? value indicates line of best fit (closest to 1).



Figure S2.
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Figure S2. Overview of relationship between first detection of virus-neutralizing antibodies (VN Ab) and viremia as detected by RT-PCR, viral RNA (VRNA) in
pen-water and oral and cloacal swabs. The notable delay in VN Ab development in the in-contact animals is suggestive of a different virus-host dynamic in
these animals compared to hatchlings inoculated directly with WNVun.



