Reporter-based screening identifies RAS-RAF mutations as drivers of resistance to active-state RAS

inhibition in colorectal cancer
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Supplementary Figure 1: Reporter specificity tests, using Western blot analysis for ERK and
established targets of the respective inhibitors. Cell lines used and inhibitors are given. For details,

see Materials and Methods. Insets per inhibitor are from same membrane.
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Supplementary Figure 2: Gating strategy for sorting of RASi-resistant DLD1 subpopulations. Top to
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bottom: Untransfected DLD1 cells; parental DLD1 cell population transfected with the FIREX

plasmids; resistant DLD1 population after dose escalation with RMC-7977. Left to right: All sorting

events with sorting window for Live cells; All live cells with sorting window for single cells;

mVenus/mKate2 fluorescence of cells in the single cells window. For sorting windows, see main Fig.

3H.
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Supplementary Figure 3: Complete Progeny pathway activity analysis of clusters, as shown in main
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Supplementary Figure 4: Activities of CRC-relevant signaling activities. Figure gives mean pathway

score per signature. For details on signatures, see associated Information on Zenodo. Signatures

were extracted from the following papers: For hallmark signatures (2), for Progeny, for signatures

related to colon and CRC cell heterogeneity (3—17).
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Supplementary Figure 5: Copy number profiles of parental and resistant cell subpopulations, as
indicated. For gene lists with copy number changes, refer to Supplementary table 1. Parental lines

were compared to a flat (diploid) prior, while resistant cell lines were normalized to the parental line.
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Supplementary Figure 6: Information on mass cytometry replicate experiments. Above: Biological

replicate mass cytometry experiments without perturbation (relates to main Figure 6A), Below:

Biological replicate mass cytometry experiments with perturbation (relates to main Figure 6C).
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