Table S1: Composition of culture mediafor colorectal normal and tumor PDOs.

Reagent Concentration Source NO”.””a‘ T“”.‘Of
medium medium

Advanced DMEM/F12 Thermo Fisher Scientific 50% 100%
HEPES 10 mM Thermo Fisher Scientific + +
Glutamax 10 mM Thermo Fisher Scientific + +
B27 supplement 1X Thermo Fisher Scientific + +
N2 supplement 1X Thermo Fisher Scientific + +
Nicotinamide 10 mM Sigma-Aldrich + -
N-acetyl-L-cysteine 1mM Sigma-Aldrich + +
Primocin 0.1 ug/mL Invivogen + +
L-WNR (Wnt3A, Noggin, Custom made (Ref. #41) 50% -
RSPO3) conditioned medium

RSPO1 1 pg/mL Sinobiological + -
PGE; 0.02 uM Sigma-Aldrich + +
EGF 50 ng/mL Peprotech + +
Gastrin 1 pg/mL Tocris + +
Noggin 0.1 ug/mL Sinobiological + +
Y-27632* 10 uM Tocris + +
LY 2157299 1uM Axon-Medchem + +
SB202190 10 uM Sigma-Aldrich + +

* Only in single cell suspensions



Table S2: Clinicopathological characteristics of CRC patients whose biopsies wer e used to establish normal and tumor organoid cultures

Patient Ade  sificati Tumor X nb . _ Drugassay (passage) RNA-seq (passage)
assification L T N M

number (vears) localization Normal Tumor  Normal  Tumor
30 Male 8l LO-CRC Left colon 4 1 0 P7 P40 P12 P30
48 Male 83 LO-CRC Left colon 4 1 0 PO P50 - -
53 Male 81 LO-CRC Left colon 3 0 0 - - P3 P2
57 Male 86 LO-CRC Left colon 4 1 0 - - P1 P8
66 Male 76 LO-CRC Left colon 3 0 0 P8 P35 P3 P5
73 Female 40 EO-CRC Left colon 3 1 0 P11 P18 P7 P6
74 Male 84 LO-CRC Left colon 3 0 0 - - P7 P3
89 Male 41 EO-CRC Right colon 4 0 1 P15 P10 P11 P10
110 Male 57 LO-CRC Left colon 3 0 0 PO P6 - -
113 Male 71 LO-CRC Left colon 3 0 0 PO P8 - -
120 Male 45 EO-CRC Left colon 3 0 0 P2 P13 P3 P5
122 Male 86 LO-CRC Left colon 4 0 0 - - pP7 P11
175 Female 46 EO-CRC Rectum 4 2 0 P12 P11 - -
183 Male 49 EO-CRC Left colon 1 1 0 - - P3 P5
200 Male 48 EO-CRC Left colon 4 1 0 P7 P8 P4 P5

T2 Size or direct extent of the primary tumor; N°: degree of spread to regional lymph nodes; M®: presence of distant metastasis (www.uicc.org/resources/tnm).
P: Indicates the organoid passage at which each experiment was performed
- Indicates that the corresponding PDO was not used for that analysis



http://www.uicc.org/resources/tnm
















