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Figure S1. WGCNA from Fig. 1 B, showing all genes. WGCNA-identified genes that were expressed together in single cells. Each row and column
corresponds to a specific gene primer set. The heat map represents WCGNA adjacency dissimilarity values in the range between 0 (low topological
overlap, light yellow) and 1 (high topological overlap, dark red).
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Figure S2. Unsupervised hierarchical clustering of cells from unlabeled WKM and transgenic reporter lines. The cell identity of each cell is shown
as rectangles immediately below the dendograms. Unlabeled WKM cells were categorized into blood lineages by qPCR. Yellow shading denotes cells
that failed to cluster with the major lineages defined by our qPCR panel. PB, peripheral blood.
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Figure S3. Comparison of WT and rag2E450fs WKM. (A) Unsupervised hierarchical clustering with the cell identity of each sorted cell shown as
rectangles immediately below the dendograms. Black denotes WT WKM and gray is rag2E450fs WKM. The yellow shaded box denotes that T cells are
completely absent from the rag2E450fs WKM; the gray shaded box shows the nkl.4+ cell subpopulation. (B) Violin plots show the distribution of gene
expression in nkl.4+ cells.
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Figure S4. T cell maturation states captured by single-cell qPCR. (A) FACS analysis of GFP+ thymocytes from Tg(rag2:GFP) animals (top) and
cytospin of sorted thymocytes (bottom). (B) Heat map shows T cell–specific gene expression in rag2:GFP+ thymocytes identifies distinct maturation
states. (C) Principal component analysis of thymocytes from Tg(rag2:GFP) animals and mature T cells from the WKM of Tg(lck:GFP) fish. (D) Violin plots
show the distribution of gene expression during various stages of thymocyte maturation.

Table S1, available as an Excel file, shows primer sequences for outer preamplification and inner qPCR reactions.
Table S2, available as an Excel file, lists the order of primers shown in heat maps from main Figs. 1, 2, 4, S2, and S3. Full gene
name is listed next to primer.
Table S3, available as an Excel file, shows limiting dilution cell transplantation analysis and LPC frequency in Myc-induced T-ALLs.
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