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Figure S1. Viral RNA (VRNA) levels in chicken tissues obtained from opportunistic deaths during the HSN8-2020 MID.,/transmission experiment.
Tissues were collected from (a) two chickens directly infected with the H5N8-2020 high dose plus the cohoused infected R1 contact; and (b) two
chickens directly infected with the H5N8-2020 medium dose. Individual chicken ID #s and mortality times are indicated, see also Figure S3.



0— C s,
=~ g4 : i i O A T * H5N1 DO #25 2dpi
D) L e . ; o ; ; : L : : : : _
o IV T T R T e L T S S S S S S S +  H5N1 DO #28 2dpi
SIS EE T R NI S B B RN SR R S T * H5N1 R1 #45 6dpi (5dpc)
s IR A A A T T R S R - H5NL1 R2 #53 10dpi (7dpc)
i DR e G : S
5 37, SR ST SUR beendene oeeddenes e O O S
> 2+ i
> 14 i
0 | l | | | | | | l | | | | | | | | | | |
Y&Q}c)\,;.\(\ {5@? \(@%‘ %'Zrc’ 000’ <§§ é&\ 6(}Q’ .\4?} & K2 \\}\)6 \QQ’ & {\é\\ (Q\f’ &%
» 2 H LTV VO E O S
% S N Q S E S E AR
&0 ,0,6\' 3 AQQ ,O'on
» %&Q) Q&o @]

Figure S2. Viral RNA (VRNA) levels in chicken tissues obtained from opportunistic deaths during the H5N1-2020
MID,/transmission experiment. Tissues were collected from two chickens directly infected with the H5SN8-2020 high dose plus
the cohoused infected R1 and R2 contacts. Individual chicken ID #s and mortality times are indicated, see also Figure S3.
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Figure S3. Summary of (a) histopathological changes and (b) virus-specific IHC staining observed in chicken tissues obtained from
opportunistic deaths during the H5N8-2020 and H5N1-2020 MID.,/transmission experiment. For the scale of semi-quantitative scoring, please
refer to Figure 4 legend. DO, directly infected; R1, first contact; R2, second contact; HD, high dose; MD, medium dose. Black squares indicate
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that no scoring was carried-out. Individual chicken ID #s are indicated, see also Figures S1 and S2 for the mortality times.



