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Supplemental Figure 3. Changes in richness and evenness both contribute to alterations in
diversity. Data relate to that of Figure 3. Shannon Diversity (left), Chao richness (right, left axis),
and evenness (right, right axis) were determined for inoculated animals (dpi 1-7) and exposed
animals (dpi 2-8) in replicates 1, 2, and 3 (A, B, and C, respectively). Data from cage mates are
plotted on the same facet (blue = inoculated animals, red = exposed, solid line = Chao richness,
dashed line = evenness).
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706  Supplemental Figure 4. Pairwise matrices of dissimilarity demonstrate similar population
707  composition among individual animals but not between paired animals. We calculated indices
708  of dissimilarity (Bray-Curtis and Jaccard) between samples taken on different days from a given
709  animal and between samples collected from paired inoculated and exposed animals. Panels A, B
710 and C show results from experimental replicates 1, 2 and 3, respectively. Axes labels indicate
711  whether an animal was inoculated (i) or exposed (e), with the accompanying number specifying
712  the day post-inoculation. Warmer colors (more yellow) indicate greater dissimilarity between
713  samples, while cooler colors (more purple) indicate greater similarity between samples. Gray
714  squares signify samples that were negative or omitted due to low sequencing coverage.
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718  Supplemental Figure 5. Simplification of data into four haplotypes. Data relate to that of Figure
719 4 and show stacked bar plots with 4096 barcodes divided into 4 groups. Data from paired
720 inoculated and exposed animals are side-by-side and arranged by experimental replicates 1, 2,
721 and 3 (A, B, and C, respectively) and type of transmission. Arrangement corresponds to that of
722  Supplemental Figure 2. Only samples that were positive by plaque assay are shown. Colors in the
723  stacked bar represent the four haplotype classes into which barcodes were divided based on the
724  nucleotide identity of the first two sites. The height of each color indicates the relative frequency
725  within the sample. Nasal lavage titers are indicated by the height of the bar. Red lines show limit
726  of detection of plaque assays. For the exposed animal in the first aerosol transmission pair of
727  Replicate 1, most reads were discarded, and the data from this animal were excluded from
728  further analyses.
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Supplemental Figure 6. Barcode composition in exposed animals changes significantly between
the first and subsequent days of detection. Pairwise Bray-Curtis indices for nasal lavage samples
from exposed animals on the first versus the third days of positivity (“Exposed”, green) and for
inoculated animals on the first versus the third days of positivity (“Inoculated”, pink) show a
significant difference (Mann Whitney U Test, p = 0.0000090), indicating greater dissimilarity
between first and subsequent days in exposed animals. Data are presented as violin plots
featuring a box plot. The bounds of the box show the first and third quartiles. Whiskers indicate
1.5 times the interquartile range. The bounds of the violin plots indicate the minima and maxima
of the specified data.
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759  Supplemental Figure 7. Most iSNVs within exposed animals are rare. The frequencies of
760  nonsynonymous and synonymous iSNVs detected on the first or second day of positivity in
761  exposed animals are shown for experimental replicates 1 and 2. Data from all 16 animals and
762  both time points are plotted together. (This analysis was not performed for replicate 3). No iSNVs
763  were found on multiple days above the frequency cutoff of 1%.

764

35


https://doi.org/10.1101/2023.11.19.567585
http://creativecommons.org/licenses/by-nc-nd/4.0/

bioRxiv preprint doi: https://doi.org/10.1101/2023.11.19.567585; this version posted December 26, 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.

765
10.0-
® Inoculated
° e Exposed
o
p— [ ]
-}
£ 7.5 o e o :.
§ o g !0.0.."0
a [ ] ®e
° ' L) [ ]
E ..s" ¥ SN
3 ¢, ERKY ¢, o
g >0 c o s, &% o
E ... '.". ... - (]
= L) a‘ .~ o b ,.. L4 L4
g ..'.. o © °
o 8
= P ® o0 V0
3 25 LI PN
2 %0 00 eeel ® ° ®
[ e o o @ oo ©
0.0+
4 5 6 7 8
Amplicon Reads Analyzed [Log,, #Reads]
784

785  Supplemental Figure 8. Many reads were obtained and analyzed for plaque-positive samples,
786  irrespective of viral titer. Data from inoculated animals are shown in pink and those from
787  exposed animals in green.
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