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Validation

Sample sizes for in vivo experiments were between 6 and 10 mice per group which was based on laboratory experience (Jungwirth et al. 2018
DMM) and power calculations (power 80, CI 95%, p=0.05, expected SD 15% with higher standard deviations in spontaneous metastasis assays
and a SD up to 20%).

For in vitro studies, a minimum of triplicates was used to allow for the calculation of statistics, besides Figure 3d. Figure 1d,e, and
Supplementary Figure 4a,b were only run once but included 3 technical replica. In vitro sample sizes were chosen based on previous
experience for such experiments (van Weverwijk et al. 2019 Nat Coms, Jungwirth et al. 2018 DMM)

A pre-established exclusion criteria for spontaneous metastasis assays are mice with intraperitoneal tumour growth as this can artificially
increase the metastatic burden (2 mice in each group in Fig. 2d).

Animal experiments were repeated on at least one additional occasion with similar results except experiments shown in Fig. 1f, 1i and 1j
which were conducted once. All in vitro experiments were repeated on at least one additional occasion with similar results or validated with
different cell lines. Representative data from micrographs are as follows: Fig. 1a, illustrative examples of 2 cores from a 254 core tissue
microarray; Fig. 2b, repeated in two independent mouse experiments, each with n=5 mice per group; Fig. 3b, repeated in >4 independent
experiments with each having at least 4 replicas using siRNAs transfected and/or shRNA transduced cells; Fig. 4a/b cell shape analyses was
repeated twice using fluorescent labelling, and also observed in brightfield images; Fig. 4f/g and 5b/c Western blot experiments were
repeated on two additional occasions with similar results; Fig. 7a-d are representative images out of at least 6 fields of view at least one
additional occasion with similar result.

In all animal experiments mice were randomized based on individual mouse body weights at the start of the experiment. For in vitro studies,
no randomization was performed as cell lines used in this study were from a single preparation with no reason to believe that the spacial
location in the well impacted results.

The investigators were not blinded for the allocation of groups during experiments. Image analysis, such as immuno-fluorescence images,
spheroid area, metastasis area, and IHC staining was conducted blinded. Fully blinded animal experiments were not possible due to personnel
availability to accommodate such situations.

Information on antibodies used are provided in Supplementary Table 3.

Antibodies were obtained commercially and had been validated by the manufacture.

The murine Mrc2 antibody was validated in addition in siRNA and shRNA knockdown cells and knockout mice (Figure 5b). The in-
house made human MRC2 mAB 39.10 was previously validated (Wienke et al. 2007 Cancer Res).




