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Supplementary Figure 1. Overlap of TFs identified from the epigenomic landscape and transcribed genes.
Related to Figure 2. CD45CD24 CD31Pdpn* SCs were isolated from mLNs and pLNs of SPF mice.
Subsequently, RNA-seq or ATAC-seq analyses were performed. DEGs and DARs were identified in mLN vs.
pLN pairwise comparisons. Matrix layout for all intersections of putative TFs identified (bar graph left). Circles
in the matrix indicate sets that are part of the intersection and the size of the intersection (all intersections with >=
2 are depicted) is indicated in the top bar graph. ATAC-seq, assay for transposase accessible chromatin
sequencing; DAR, differentially accessible region; DEG, differentially expressed gene; mLN, mesenteric lymph
node; pLN, skin-draining lymph node; SPF, specific pathogen-free; SC, stromal cell; TF, transcription factor.
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Supplementary Figure 2: The LNSC compartment can be dissected into distinct cellular subsets using
scCRNA-seq. Related to Figure 3. CD45CD24  cells were isolated from mLNs of day 0, 10, 24, 56 and 300 old
SPF-housed mice and subjected to sScCRNA-seq. (A) t-SNE plot of merged 15,925 endothelial and non-endothelial
mLN SCs. Expression of indicated genes is superimposed on the t-SNE map. (B) Heatmap of the top 40 DEGs
across all non-endothelial SC subsets including PvC and adjacent tissue cell subsets (adja). (C) Expression dot
plot of top 8 DEGs, which were selected by foldchange, per subset comparing all remaining non-LEC and non-
BEC mLN SCs. (D) GO analysis of biological processes was performed on DEGs per non-endothelial SC subsets.
(E) Expression dotplot of top 10 DEGs, which were selected by foldchange, per subset comparing all non-
endothelial SC subsets. DEG, differentially expressed gene; GO, gene ontology; Meso, mesothelial; mLN,
mesenteric lymph node; Prog, progenitor; PvC, perivascular cells; SC, stromal cell; SPF, specific pathogen-free.



Supplementary Figure 3: Expression of key marker genes in neonatal LN and adjacent tissues. Related to
Figure 3. Sections (3 um) of early postnatal mLN were stained with the indicated RNAscope probes and imaged
by fluorescence microscopy. Nuclei were counter-stained with DAPI (blue). “White squares” indicate regions of
interest. Representative tissue sections = 2-3. (A) Positive control probes for the genes Polr2a, Ppib and Ubc
(scale bars = 20 um). (B) Overview of mLN anlagen for RNA-probes specific for Ccl19, Cd31 and Cd34 (scale
bar = 20 um). (C) Overview of mLN anlagen for RNA-probes specific for Cxcl13, Cd31 and Cd34 (scale
bar = 20 um). (D) Upper left Haematoxylin-Eosin (HE) overview staining of DO mLN embedded in surrounding
tissue (scale bar = 100 um). Upper right Overview of mLN anlagen for RNA-probes specific to Cdk1, Cd31 and
Cd34 (scale bar =100 um). Lower Zoom-ins for RNA-probes specific to Cdkl, Cd31 and Cd34 (scale
bar = 50 um). HE, Haematoxylin-Eosin; mLN, mesenteric lymph node.
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Supplementary Fig. 4. Bifurcation of LNSC development. Related to Figure 4. CD45CD24 cells were
isolated from mLNs of day 0, 10, 24, 56 and 300 old SPF-housed mice and subjected to ScCRNA-seq. Target SCs
were identified as non-LECs, non-BECs and non-PvCs. (A) Pseudotemporal trajectory of non-endothelial SCs
plotted for the indicated age. Arrows indicate increasing pseudotime. (B) Gene expression on the pseudotime
trajectory. (C) Applied electronic gating for re-embedding CD34* SCs and FRCs. (D) Expression of selected
DEGs along FRC and CD34* SC. (E) Expression of common TFs for both FRCs and CD34* SCs. DEGs,
differentially expressed genes; FRC, reticular fibroblastic stromal cell; PvC, perivascular cell; SC, stromal cell;

SPF, specific pathogen-free; TF, transcription factor.
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