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Supplementary Figure S1. Flow cytometry gating strategy for analysis of immune cell populations in
BAL. BAL cells were gated for singlets (FSC-H/FSC-A), live cells (SSC-A/DAPI’), and leukocytes (SSC-
A/FSC-A). Then, BAL cells were discriminated as follows: Plasmacytoid DCs (pDCs) (Ly6C*/PDCA-
1'/CD11c), eosinophils (CD45'/CD11c/Siglec-F*), alveolar macrophages (CD45'/CD11c"/Siglec-F")
(Schneider et al., 2014), neutrophils (CD45/CD11¢™/Gr-1"9"), and NK cells (CD11b*/CD49b").
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Supplementary Figure S2. Flow cytometry gating strategy for analysis of immune cell populations in the
lung. Lung cells were gated for singlets (FSC-H/FSC-A), lymphocytes (SSC-A/FSC-A), and T cells
(CD3*/CD45"). Then, CD4" and CD8" T cells were divided.
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Supplementary Figure S3. CD4 and CD8 T cell immunity. Mice (n=4 per group) were vaccinated with 10°
PFU of X-31ca and challenged with 10° PFU of RSV A2 2 days later (-2d Vac). Non-vaccinated mice were
infected with 10° PFU of RSV A2 only (No Vac). After RSV challenge, lungs were obtained daily for 4 days. To
investigate CD4 and CD8 T cells subsets, cells obtained from lungs were stained with fluorescence antibodies
as presented in the Methods and analyzed by flow cytometry. ("P < 0.01 compared with the No Vac control

group).
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Supplementary Figure S4. Number and percentage of alveolar macrophages (AMs) and neutrophils after
X-31ca vaccination. (A and B) Mice (n=4 per group) were vaccinated with 10° PFU of X-31ca, and BAL fluids
were collected daily for 6 days. To investigate the number of and the percentage of AMs (A) and neutrophils (B),
cells obtained from BAL were stained with fluorescence antibodies as presented in the Methods and analyzed
by flow cytometry. (P < 0.05, “P < 0.01 compared with the PBS control group)
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Supplementary Figure S5. Number and the percentage of alveolar macrophages (AMs) and neutrophils
after X-31ca and RSV infection. (A and B) Mice (n=4 per group) were vaccinated with 10° PFU of X-31ca
and challenged with 10° PFU of RSV A2 2 days later (-2d Vac). Non-vaccinated mice were infected with 10°
PFU of RSV A2 only (No Vac). To investigate the number and the percentage of AMs (A) and neutrophils (B),
BAL cells were obtained daily for 4 days after RSV challenge, and flow cytometry analysis was performed as in
Supplementary Figure 4. (P < 0.05, P < 0.01 compared with the No Vac control group)
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