SARS-CoV-2 spike protein induces lung endothelial cell
dysfunction and thrombo-inflammation depending on the
C3a/C3a receptor signalling
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Supplementary Figure 1. C3aR antagonist inhibits C3 deposits and normalizes CD46
expression in lung tissue of hACE2-KI mice injected with S1. a Quantification of lung C3
deposits, expressed as C3 positive area per vessel, in CTR (n=4), S1-injected mice at 3d (n=3),
and 7d treated or not with C3aR antagonist (C3aRa, n=6 per group). Results are presented as
mean + SEM. *P<0.05 and ***P<0.01 vs CTR; "P<0.01 vs S1 at 7d. b Representative
immunohistochemistry images of CD46 expression in the lung of CTR (n=4), S1-injected mice
at 3d (n=3), and 7d treated or not with C3aRa (n=6 per group). Scale bars: 20 pm.
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Supplementary Figure 2. C3aR expression in lung tissue of hACE2-KI mice. a Representative
images of C3aR staining (red) in lung bronchiolar epithelial cells (asterisks) in CTR (n=4), S1-
injected mice at 3 (n=3) and at 7d (n=6). Lung structures and nuclei are counterstained with WGA
lectin (green) and DAPI (blu), respectively. Scale bars: 20 um. b Representative images of C3aR
staining (red) in lung tissue of S1-injected mice at 7d treated or not with C3aRa (n=6 per group).
Lung structures and nuclei are counterstained with WGA lectin (green) and DAPI (blu),
respectively. Scale bars: 20 pm.
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Supplementary Figure 3. Ultrastructural changes in lung arterioles of hACE2-KI
mice injected with S1. Representative images of transmission electron microscopy
micrographs of lung arterioles in CTR and S1-injected mice at 7d. Scale bars: 5000 nm.
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Supplementary Figure 4. C3aR antagonist limits NET formation in lung tissue of
hACE2-KI mice injected with S1. Representative images of neutrophil elastase (NE, red)
and myeloperoxidase (MPO, green) stainings in CTR (n=4), S1-injected mice at 3d (n=3), and
7d treated or not with C3aRa (n=6 per group). Scattered NET formation (arrows), identified
by the co-staining (yellow) between NE and MPO, is evident only in mice treated with S1 at 7
days. Lung structures and nuclei are counterstained with WGA lectin (white) and DAPI (blu),

respectively. Scale bars: 20 um.



