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Figure S1. Rarefaction curve for the observed number of OTUs. Rarefaction curve for the
number of OTUs observed in each sample in both Experiment 1 and Experiment 2. Each colour
represents individual sample. The OTUs were obtained from 16S rRNA gene sequencing of

the V2-V3 region. All samples were normalised to 62,000 sequences per sample.
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Figure S2. The number of reads assigned to Bacilli per sample. The red line indicates the

number of Bacilli reads found in the negative control that was used as a threshold.
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Figure S3. A principal coordinate analysis (PCoA) plot of the healthy chicken upper respiratory
track microbiota categorised by day using unweighted UniFrac distances. The samples were

collected at days 7 (red), 14 (light violet), 21 (dark violet) and 28 (yellow) of age.
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Figure S4. Bacterial taxa that dominate the healthy URT microbiota during maturation. Mean

relative abundances of bacterial (A) phylum (B) class (C) order (D) family are expressed as

percentages. Samples of the respiratory microbiota were taken at days 7 (D7), 14 (D14), 21

(D21) and 28 (D28) of age. Only bacterial taxa that accounted for more than 1% of total

sequences were included in the graphs. All other bacterial taxa were categorised as ‘Other’.
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Figure S5. Bacterial taxa associated with HON2 infection in the respiratory microbiota. Mean
relative abundances of bacterial (A) phyla (B) class (C) order (D) family are expressed as
percentages. Samples of the respiratory microbiota were taken at day 0 pre-challenge (DO) and
at days 2 (D2), 4 (D4) and 10 (D10) post-challenge in both control chickens and chickens
challenged with HON2 AIV A/chicken/Pakistan/UDL01/08. Only bacterial taxa that accounted
for more than 1% of total sequences were included in the graphs. All other bacterial taxa were

categorised as ‘Other’.
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Figure S6. Linear discriminant analysis Efect Size (LEfSe) identifying differences between
HIN2 AIV infected chickens and controls at day 4 post-challenge. Control birds are
represented by red whereas infected birds are represented by green colour. The birds were
challenged with 10° PFU/mI recombinant HON2 A/chicken/Pakistan/UDL01/01. Kruskal-

Wallis and Wilcoxon tests were applied at alpha value 0.05. LDA scores (log10) above 4.0 and

p < 0.05 are shown.
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Figure S7. The number of copies per ml of the influenza A virus matrix gene (M-gene) detected
in trachea samples taken from chickens at days 2 and 4 post-challenge with HON2 AIV
Alchicken/Pakistan/UDL01/08 by gRT-PCR. The number of M-gene copies per ml is

expressed as Log10.



