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Human in vivo-generated monocyte-derived dendritic cells and macophages cross-present
through a vacuolar pathway
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Supplementary Figure 2. Ascites DC and tonsil DC are not grouped in the same clusters
independently of the resolution used. Clustree analysis ' of the complete single-cell RNA-
seq dataset, using results from Seurat with resolution parameters from 0 to 1.4. Clusters are
numbered based on the number of cells they contain. The 10 main branches that form starting
at resolution 0.2 have been annotated for cell identity.
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Supplementary Figure 3. Ascites DC are monocyte-derived cells. (A) Heatmap of scaled
expression (log values of UMI) for the top 50 differentially expressed genes between clusters 7
and 8. (B-C) Scaled expression (log values of UMI) in individual cells for selected genes. (D)
Expression of selected genes in human blood and spleen cDC. Expression values were
extracted from public data (GSE77671). N=2 or 3. Median is shown.
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Supplementary Figure 4. Expression of antigen presentation genes by mo-DC and mo-
Mac. (A-B) Gene set enrichment analysis (GSEA) analysis was performed on comparisons of
ascites DC, ascites macrophages and blood monocytes for selected gene signatures. (A)
Schematic BubbleGUM map of GSEA analysis is depicted. The color of bubbles indicates the
population in which the signature is enriched. Strength of enrichment is represented by
normalized enrichment score (NES). Significance of enrichment is represented by the false
discovery rate (FDR). ns=not significant. (B) Gene set enrichment plots for the cross-
presentation and MHC II presentation gene signatures. (C) In vitro mo-DC and in vitro mo-
Mac were stained for HLA-A2 (blue histogram) or isotype control (gray histogram).
Representative of 12 different donors.
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Supplementary Figure 5. Lactacystin inhibits the proteasome activity in mo-DC and mo-
Mac. In vitro mo-DC and mo-Mac were incubated for 30 min in presence or absence of
lactacystin. Proteasome activity was measured using a fluorometric assay. Fluorescence
intensity after 3h is shown. N=7, * p<0.05, Wilcoxon non-parametric test.



. CTSE

CTSF
CTSG

. | CTSH
] CTSK
Lf. B crsu
B CTSL2
N [ ] CTSL3P
. ] . CTSO
l o . CcTSS

CTSW
CTsz

- o LewN
[ce)

< M OO0 WWwW<mOAOWLWL=— T O - N O 0 O N~ ©
U " © - © O U v 9 U U U9 U O U T T TV U UV T T T T T O

in vitro mo-DC  in vitro mo-Mac ascites mo-DC ascites mo-Mac monocytes

E .

2 -1 0 1 2
Row Z-Score

A . CTSA
B crse
cTSC
. CTSD
o |

100+ 100+

/n ® o @ % (] 2a A m Teo Heo
%— ‘m A [—— =
80~ 80- 7> wo* 9
&) A A A 8 o o o &
(@] A S
S 60+ < 60- o
= £
2 404 2 40+
= x
20+ 20+
c L] ] L L] c I L] I L]
O 5.,’&\ %o \(‘\0 .\o& 9'\30 "oo \(‘\(‘
& & N F &N e
> o 4 o Q 2
& & &R - &R
\/0 O \,‘b N
® g

Supplementary Figure 6. Expression of lysosomal proteases. (A) Heatmap of scaled
expression for lysosomal proteases genes. d=donor. (B) In vitro mo-DC and mo-Mac were
cultured in the presence or absence of Lactacystin, DMSO or Cathepsin Inhibitor. Percentage
of live cells after 3h is depicted. Symbols represent individual donors. N=7. Median is shown.
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Supplementary Figure 7. Induction of effector CD8" T cells by tonsil DC subsets. Purified
DC and macrophage from tonsils were cultured with allogeneic CellTrace Violet-stained naive
CDS8" T cells for 7 days, in the absence (A-B) or presence (C-D) of naive CD4" T cells
autologous to CD8" T cells. Expression of Granzyme A, Perforin and IFN-y was assessed by
intracellular flow cytometry. (A and C) Representative results of eight independent
experiments. Gated on live CD8" T cells. (B) Number of proliferating CD8" T cells is shown.
Symbols represent individual donors. Median is shown. (D) Number of CD8" T cells
expressing effector molecules is shown. Symbols represent individual donors. N=8. Median is
shown. * p< 0.05, ** p <0.01, Wilcoxon non-parametric test.

Supplementary Methods

Clustree analysis. Clustree analysis was performed using the clustree package in R '. Results
from clustering using Seurat package were then used to build a graph with resolution
parameters ranging from 0 to 1.4, in steps of 0.1.
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