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Figure S1. Plocabulin and SN38 action on patient #3 colon tumor organoid 3D culture. Images of
assays on passage 35 are mounted resembling the design of a complete 24-well cytotoxicity assay (4-
drop triplicates for each dose). For passage 18 and 21 assays, a single representative image per drug
dose is shown. Microplate wells were photographed after 4 days of drug treatment using a Leica
DFC550 digital camera mounted on a Leica S6D stereomicroscope.
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Passage 35 Passage 27
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Figure S2. Plocabulin and SN38 action on patient #4 colon tumor organoid 3D culture. Images of
assays on passage 23 are mounted resembling the design of a complete 24-well cytotoxicity assay (4-
drop triplicates for each dose) and were taken with a Leica DFC550 digital camera mounted in a Leica
S6D stereomicroscope. For passage 35 and 27 assays, a representative phase-contrast image of a single
drop is shown for each drug dose; images were captured with a Leica DFC550 digital camera mounted
on an inverted Nikon TS100 microscope. Microplate wells were photographed after 4 days of drug
treatment.
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Figure S3. Plocabulin and SN38 action on patient #29 colon tumor organoid 3D culture. For passage
22 and 30 assays, a single representative images per drug dose (4 drops) is shown. Images were taken
with a Leica DFC550 digital camera mounted in a Leica S6D stereomicroscope. For assays in passage
24, a phase-contrast image of a single drop is shown for each drug dose; images were captured with
a Leica DFC550 digital camera mounted on an inverted Nikon TS100 microscope. Microplate wells
were photographed after 4 days of drug treatment.



Figure S4
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Figure S4. Plocabulin wash-out assays on patient #3, #4 and #29 colon tumor organoids. Organoids
were treated with increasing doses of plocabulin that were either removed (and organoids washed)
after 4 hours or left for 4 days until the end of the experiment.



Table S1. Quality control parameters of optimization and cytotoxicity assays. In optimization assays,
the highest Z-score and the lowest error among control replicates are indicated in bold. For all

cytotoxicity assays Z-scores > 0.5 (excellent).

Mean
Organoid Ne Stdev Mean Stdev Replicates
Dose Z' score Drug
size (um)  cells/well Dose Max Control Control Error (%)
Max
Patient # 3 Optimization assay
0-20 500 413283 47125 1394000 248765 0.09 16.85 Plocabulin
0-20 1000 658148 69484 4474618 776624 0.33 9.68 Plocabulin
20-40 125 1768308 350356 22015141 800499 0.83 8.87 Plocabulin
20-40 250 2746802 298942 24807637 971804 0.83 6.09 Plocabulin
40-70 25 350656 40357 6200457 1947150 -0.02 28.28 Plocabulin
40-70 50 870587 267613 16224438 2019466 0.55 14.03 Plocabulin
40-70 100 2105740 289822 22080887 2697896 0.55 9.31 Plocabulin
40-70 200 2756345 597499 24105200 1070690 0.77 12.87 Plocabulin
Patient # 4 Optimization assay
0-20 500 5154 2708 21285 12923 -1.91 59.51 Plocabulin
0-20 1000 3844 2602 127006 58913 -0.50 45.51 Plocabulin
20-40 125 29795 19670 501911 237200 -0.63 35.98 Plocabulin
20-40 250 168246 15972 1896479 83535 0.83 9.23 Plocabulin
40-70 25 229719 61523 4300094 859736 0.32 19.86 Plocabulin
40-70 50 57265 39804 1541867 708407 -0.51 47.03 Plocabulin
40-70 100 202549 40242 4140153 1132057 0.11 21.20 Plocabulin
40-70 200 168592 56636 3178922 847947 0.10 26.24 Plocabulin
Patient # 3 Cytotoxic assays
20-40 250 215145 19580 44358481 2914011 0.80 6.57 SN38
20-40 250 625412 35629 52476972 1340186 0.92 2.55 SN38
20-40 250 974119 53102 42265760 1323605 0.90 3.13 SN38
20-40 250 618436 86867 35739738 1908494 0.83 5.34 Plocabulin
20-40 250 262475 14650 27349327 1444995 0.84 5.28 Plocabulin
20-40 250 1804668 90823 33778793 578087 0.94 171 Plocabulin
Plocabulin
20-40 250 1014079 151515 44830910 2623823 0.81 5.85
(4-hours)
Patient # 4 Cytotoxic assays
20-40 250 1355139 176286 21247096 2813298 0.55 13.24 SN38
20-40 250 640569 103270 7561784 920643 0.56 12.17 SN38
20-40 250 1112398 53085 26658938 910771 0.89 3.42 SN38
20-40 250 772899 46941 35435702 2877947 0.75 8.12 Plocabulin
20-40 250 372839 39144 4699088 230572 0.81 491 Plocabulin
20-40 250 481200 68757 4480864 502943 0.57 11.22 Plocabulin
Plocabulin
20-40 250 3801358 961696 58475645 6284173 0.60 10.75
(4-hours)

Patient # 29 Cytotoxic assays
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