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Figure S1:
A. Immunohistochemistry on paraffin embedded organoids (TOR10, CRC29, and HUB098) using antibodies against Ki67 and RFP using Vector Blue and Liquid Permanent Red.
B. Immunofluorescence staining against Ki67 (green) and RFP (for sTomato-p27K-, red) in HUB098 organoids constitutively expressing the fusion protein H2B-mNeon (blue). Close-ups, white boxes. Yellow arrows, sTomato-p27K-+ cells. Scale bar, 20 µm.
C. Selected stills from confocal live cell imaging showing dividing mitotic cells to be negative for the quiescence reporter sTomato-p27K-.

Figure S2:
A. PCA with PDO line identity and sTomato-p27K- levels (high or low) indicated by color.
B. Z-scores of Hallmark signatures for sTomato-p27K-high cells and sTomato-p27K-low cells.

Figure S3: 
A. Bar graph showing quantification of micro- and macrometastases in CRC29 and HUB098, related to Figure 2E.

Figure S4:
A. UMAP of scRNA-seq data color coded by metastasis size.
B. Expression levels of MKI67, TOP2A, CDK1, CDKN1B, and KRT20 across (top) Seurat clusters (top) and (bottom) sTomato-p27K- expression levels.
C. Bar graph showing cell cycle distributions within sTomato-p27K-high and sTomato-p27K-low cells.

Figure S5:
A. Heatmap showing the differentially expressed genes between macro- and micrometastases in HUB098 (absolute fold change (FC) > 1.5, FDR < 0.01).
B. Bar graph showing the five most significantly enriched gene sets of the MSigDB Hallmarks in macro- versus micrometastases in HUB098.

Figure S6:
A-B: PCA of all (A) sTomato-p27K-high and (B) sTomato-p27K-low samples of HUB098 with metastasis size indicated by color/symbol.
C-D: Bar graph showing the five most significantly enriched gene sets of the MSigDB Hallmarks in HUB098 macro- versus micrometastases within (C) sTomato-p27K-high and (D) sTomato-p27K-low cells.

Figure S7:
Graphical representation of experimental setup. Patient-derived organoids (PDOs) are cultured in Matrigel. Organoids are harvested, dissociated into single cells and seeded in 8 µl collagen spheres. The collagen spheres are surgically transplanted under the serosal layer of the mouse caecum, where they grow into a primary tumor. Over time metastases can develop in the liver, lungs, and peritoneum resembling the metastatic pattern of human CRC.
Figure S8:
A. Immunohistochemistry of micro- and macrometastases for FAP. Scale bar, 50 µm.
B. Boxplot showing the quantification of the IHC data with the positive stained area by FAP in micrometastases (n = 21) and macrometastases (n = 9). Unpaired 2-tailed Mann-Whitney-Wilcoxon test.

Table S1: Related to Figure 1
Significantly changing genes between sTomato-p27K-high and sTomato-p27K-low cells of CRC29, HUB098 and TOR10 samples combined (FDR < 0.01, absolute fold change > 1.5).

Table S2: Related to Figure 4
GSEA result of ranked gene expression between sTomato-p27K-high and sTomato-p27K-low cells in CRC29 and HUB098 with the MolSigDB Hallmark gene sets.

Table S2B: Related to Figure 4
GSEA result of ranked gene expression between sTomato-p27K-high and sTomato-p27K-low cells in micrometastases in CRC29 and HUB098 with the MolSigDB Hallmark gene sets.

Table S3: Related to Figure 5
GSEA result of ranked gene expression between macro- and micrometastatic CRC29 and HUB098 cells with the MolSigDB Hallmark gene sets.

Table S4: Related to Figure 5
GSEA result of ranked gene expression between sTomato-p27K-high macro- and micrometastatic CRC29 and HUB098 cells with the MolSigDB Hallmark gene sets.

Table S5: Related to Figure 5
GSEA result of ranked gene expression between sTomato-p27K-low macro- and micrometastatic CRC29 and HUB098 cells with the MolSigDB Hallmark gene sets.
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