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Supplemental Fig 1 : Active 1,25D signaling in the thymus.  A.  RNA sequencing data showing Vdr mRNA expression in different mouse 

thymic and splenic cell types [13]. B.  RNA sequencing data showing Cyp27b1 mRNA expression in different mouse thymic and splenic cell 

types [13]. C. Detection of Vdr and Cyp27b1 mRNA in mouse thymi (top) or sorted TECs cultured for 6h (bottom), gene expression 

normalized to 18S and shown as ΔCt values. D. Immunohistochemical staining of mouse thymus showing cortical (c) and medullary (m) Vdr 

staining in thymocytes (CD3+) and mTECs (CK5+). E. IF microscopy showing Vdr staining in Aire+ mTECs, cTECs, thymocytes, and dendritic 

cells. F. RNA sequencing data showing Cyp24a1 mRNA expression in different mouse thymic and splenic cell types [13]. G. UCSC browser 

image showing mouse intestine VDR ChIP-seq tracks (GEO accession: GSE69179) at the Rnase1 locus. The areas surrounding the VDR 

binding sites up- and downstream (regions highlighted in blue) of the genes are shown. The binding site chosen for ChIP analysis is indicated 

with the asterisk. RNA sequencing data shown in Figs A,B and F was derived from data assembled by the ImmGen consortium [13].  Data are 

individual mice (N ≥ 3, ≥ 1 experiment). 
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Supplemental Figure 2

Nuclear receptor mRNA expression in sorted mTEChi cells. 

A. RNA sequencing data showing mRNA expression of various nuclear receptors in sorted mouse MHC-IIhi mTECs (This data was 

derived from data assembled by the ImmGen consortium) [13]. B. RNA sequencing data of human thymic cells indicating VDR mRNA 

expression (arrow) in human TECs. TEC markers  KRT5, 8 and 18 are used a positive controls for TECs (double arrow) (Human Protein 

Atlas proteinatlas.org, image credit: Human Protein Atlas, https://www.proteinatlas.org/ENSG00000111424-

VDR/single+cell+type/thymus, Tabula Sapiens, C., R.C. Jones, et al. 2022. The Tabula Sapiens: A multiple-organ, single-cell 

transcriptomic atlas of humans. Science. 376(6594): p. eabl4896). C. scRNAseq analysis of TEC samples from duplicate 10-month-old 

human post-natal thymi (GSM4466784/5) [14].
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Supplemental Figure 3

Flow cytometry gating strategy for TEC subtypes and various hematopoietic cells

A-C. Representative flow cytometry gating strategy including pre-gating on live, single, and stromal or hematopoietic cells 

(A); stromal cells (B) including mTEChi cells (UEA-1+/-, Ly51-, MHC-IIhi, CD80+), mTEClo cells (UEA-1+/-, Ly51-, MHC-II+/-, 

CD80-), cTECs (Ly51+, UEA-1-); hematopoietic cells (C) including B cells (CD19+, MHC-II+, CD11c-), DCs (CD11c+, MHC-

II+, CD19-), and thymocytes (TCRb+/-, MHC-II-, CD19-, CD11c-).
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Supplemental Table 1 – List of antibodies and reagents used.


