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Organoids were derived from colorectal normal and cancer tissues from consecutive patients. Previous studies have reported success rates of
~70-80% for intestinal organoids from resection specimens, and accordingly group sizes of >15 were considered sufficient for evaluation of
alternative novel culture approaches in this report.

No data were excluded from the analysis.

Experiments were repeated on at least two independent occasions with consistent results.

Consecutive samples were randomly allocated to reach group sizes of >15.

Blinding was not possible as the aim of the study was to compare different culture conditions.

Anti-Ki67 antibody (Abcam, ab92742); anti-E-Cadherin antibody (Abcam, ab1416); Alexa Fluor 488 Goat anti-rabbit IgG (Invitrogen,
A11008), Alexa Fluor 488 Goat anti-mouse IgG (Invitrogen, A11001), anti-Ki67 antibody (clone MIB-1, DAKO, M7240), anti-Lgr5
antibody (clone OTI2A2, Thermo Fisher Scientific, TA503316, anti-Chr-A (CHGA) antibody (clone C-12, Santa Cruz Biotechnology,
sc-393941), anti-Mucin 2 antibody (clone CCP58, Santa Cruz Biotechnology, sc-7314), anti-HCAM (CD44) antibody (Santa Cruz
Biotechnology, sc7297) and anti-p53 antibody (clone DO-1, Santa Cruz Biotechnology, sc-126).

All antibodies are widely used, validated commercial products.

Human prostate cancer cell line PC-3 (ATCC, CRL-1435), breast cancer cell lines MCF7 (ATCC, HTB-22) and MDA-MB-231
(ATCC, HTB-26), pancreatic cancer cell line BxPC3 (ATCC, CRL-1687) and lung cancer cell line NCI-H520 (ATCC, HTB-182).

All cell lines were authenticated by STR analysis using the GenePrint 10 System (Promega) at the Australian Genome Research
Facility (AGRF).

All cell lines and organoid cultures were tested and found to be negative for mycoplasma contamination.
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