Reovirus inhibits interferon production by sequestering IRF3 into viral factories
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Supplementary figure legends

Figure S1. ISVP infection initiates faster compared to virion infection. A549 cells were
infected with reovirus MRV virions or ISVPs at MOI=1. Virus infection was monitored at
indicated time pointes by (A.) Fluorescence microscopy following immunostaining of the
non-structural viral protein pUNS (red). Cell nuclei were stained using DAPI (blue).
Experiment was performed in triplicate; representative images are shown. (B). Western blot
using an anti-uNS antibody. Actin is used as a loading control. Experiment was performed

in triplicate; representative images are shown.

Figure S2. uNS sequesters IRF3 into VFs. (A) GFP expressing A549 cells were infected
with MRV virions and ISVPs both at an MOI=3. 16 hours post-infection, immunostaining of
the non-structural viral protein NS (red) was used to monitor the appearance of viral
factories. Cell nuclei were stained using DAPI (blue). GFP expression remains uniform and
is not sequestered into the viral factories on its own. Experiment was performed in triplicate;
representative images are shown. (B). A549 cells were infected with MRV virions and
ISVPs both at an MOI=3. 16 hours post-infection, fluorescent microscopy was used to
monitor the localization of endogenous IRF3 using an anti-IRF3 antibody (red). Cell nuclei
were stained using DAPI (blue). (Left panel) To ensure that the signal detected for IRF3 was
not a crosstalk or cross-reactivity with the anti-uNS antibody, cells were immunostained
only with the anti-IRF3 antibody. (Right panel) To confirm that all cells were infected in
images in left panel, 16 hours post-infection, cells were immunostained with an anti-uNS
antibody (red) and cell nuclei were stained using DAPI (blue). Experiment was performed in

triplicate; representative images are shown.

Figure S3. IRF3 sequestration into MRV VFs is strain independent. IRF3-GFP

expressing A549 cells were infected with TIL MRV virions or ISVPs at MOI=3. Virus



infection was monitored 16 hours post-infection by fluorescence microscopy following
immunostaining of the non-structural viral protein uNS (red). Cell nuclei were stained using

DAPI (blue). Experiment was performed in triplicate; representative images are shown.
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Full scans of blots from Figure 4
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Full scans of blots from Figure 5
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