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Supplementary Figure 1: Microscopic visualization of transgene expression by rSFV-particles.
The microscopy images correspond to Figure 1. (A) LNCaP or PANC-1 cells in monolayer
expressing GFP upon infection with different MOI of rSFV-GFP particles. (B) Visualizing 8

replicates (in rows) for each cell line and condition.
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Supplementary Figure 2: Microscopy-based quantification of PBMC migration in a transwell
assay. The microscopy images correspond to Figure 2 and represent migrated PBMC (marked
in yellow dots) towards supernatants from infected or non-infected (A) LNCaP cells and (B)
PANC-1 cells as quantified from the brightfield images using the Incucyte-analysis software.
Three healthy PBMC donors were used for the experiment to assess donor-dependent

heterogeneity in migration response.
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Supplementary Figure 3: Immune activation in response to rSFV-infected cancer cells. (A) The
gating strategy to analyze expression of activation and exhaustion markers in CD4+ and CD8+
T cells after 24 hours of co-culture. CD69 expression by CD4 and CD8 T cells from PBMC
cocultured with infected or non-infected LNCaP (B) or PANC-1 (C) cells. (D) The plots
correspond to Figure 3 and depict protein level expression of activation and exhaustion
markers in CD4+ and CD8+ T cells. The median fluorescence intensity (MFI) of each marker
is normalized to the NT condition, i.e. PBMC co-culture with un-infected cancer cells. The MFI
is represented in log2 scale. In (D) each dot represents a replicate, with total 6 replicates

derived from a duplicate condition of 3 healthy donors.
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Supplementary Figure 4: Transgene expression by rSFV-particles in cancer-spheroids. The
microscopy images correspond to Figure 4. (A) Fluorescence channel images to visualize GFP
expression by LNCaP (left) or PANC-1 (right) spheroids upon infection with different MOI of
rSFV-GFP particles after 24 hours of infection. The 8 replicates are arranged in rows. The
LNCaP spheroid in the second row infected with MOI50 of rSFV-GFP particles was used for

confocal microscopy as described in Figure 4D.
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Supplementary Figure 5: Immune cell infiltration in cancer spheroids by rSFV particle-mediated
infection and cytokine expression. The microscopy images correspond to data from Figure 5
and depict PBMC (in red) associated with PANC-1 (top row) or LNCaP (bottom row) spheroids
at (A) 1 day and (B) 4 days post coculture with infected or non-infected spheroids. The 8

replicates for each condition are represented in respective rows.
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Supplementary Figure 6: Immune activation by rSFV-infected cancer-spheroids. The plots
correspond to the data from Figure 6 and depict protein level expression of activation and
exhaustion markers in CD4+ and CD8+ T cells present in suspension (A) or associated with
spheroids (B). The median fluorescence intensity (MFI) of each marker is normalized to the
NT condition from T cells in suspension. The MFI is represented in log2 scale. In all the plots
each dot represents a replicate, with total 6 replicates derived from duplicate condition of 3

healthy donors.
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Supplementary Figure 7: Immune activation by PANC-1 cells infected by rSFV-particles in
presence of interferon signaling inhibitor. (A) The setup of a monolayer-based infection assay
to assess the magnitude of sensitization of PANC-1 cells by Ruxolitinib. (B) Temporal kinetics
of GFP expression by LNCaP and PANC-1 cell lines infected with SFV-GFP replicon particles
in the presence of Ruxolitinib at different concentrations. (C) The setup of a monolayer-based
co-culture assay of PANC-1 cells infected in presence of Ruxolitinib and PBMC to assess
immunogenic potential of rSFV-particles. (D) Protein level expression of exhaustion and
activation markers in CD4+ or CD8+ T cells upon co-culture with infected or non-infected
PANC-1 cells. Median fluorescence intensity (MFI) for each marker quantified through flow
cytometry is normalized to the non-infected (NT) condition. The values in (D) are the mean
expression values of different donors represented on a log2 scale. Legend: NT = non-infected

cancer cells, SFV-GFP = cancer cells infected with rSFV encoding GFP, SFV-FIt3L = cancer



cells infected with rSFV encoding FIt3L, SFV-CXCL10 = cancer cells infected with rSFV
encoding CXCL10, SFV-IFN-y = cancer cells infected with rSFV encoding IFN-y; PBMC alone
= PBMC in absence of PANC-1 cells, PBMC + CD3/CD28 = PBMCs treated with anti-CD3 and
anti-CD28 antibody. In (D) the plots represent data from duplicate conditions of 3 independent

healthy donors. This figure corresponds to figure 1, figure 3 and figure 6.
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Supplementary Figure 8: Immune activation by rSFV-infected PANC-1 cells in the presence of
Ruxaolitinib. The plots correspond to the data from supplementary Figure 7 and depict protein
level expression of activation and exhaustion markers in CD4+ and CD8+ T cells from PBMCs
in coculture with PANC-1 cells infected in the absence (A) or presence (B) of Ruxolitinib. The
median fluorescence intensity (MFI) of each marker is normalized to the NT condition from
PBMCs in coculture with PANC-1 cells. The MFI is represented in log2 scale. In both plots

each dot represents a replicate, with a total of 6 replicates derived from duplicate conditions of

3 healthy donors.
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Supplementary Figure 9: Pan-cancer analysis of whole genomes (ICGC/TCGA, Nature 2020)
to look for mutations in genes regulating interferon-pathway. Samples from 2565 patients with
different cancer backgrounds. The query used to access the data can be retrieved on this link:

https://bit.ly/3KIztW 3. This figure corresponds to figure 1, figure 3 and figure 6.
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Supplementary figure 10: Innate differences in antiviral signaling between LNCaP and PANC1
cells. Variation in expression of genes related to antiviral signaling pathway between (A)
untreated LNCaP and PANC-1 cells, and (B) SFV-GFP infected LNCaP and PANC-1 cells.
The GSE36133 dataset was used for figure (A). In (B) LNCaP or PANC-1 cells were infected
with SFV-GFP virus (MOI = 10). 24 hours post infection, the cells were processed for RNA
isolation using TRIzol according to manufacturer’s instructions (Thermo Fischer Scientific).
cDNA was synthesized using 1 pg of isolated RNA (Takara-Bio) and Real-Time PCR was
performed using SyBR Green chemistry (Takara-Bio) for quantification. In the plot, each dot

represents a replicate, with a total of 4 replicates derived from two biological replicates and
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two technical replicates. This figure corresponds to figure 1, figure 3 and figure 6.
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