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Supplemental Figurel.

Minimal effective concentrations (in
10-100,000nM range) shown for
active compounds from NCI library.



Supplemental Figure2.

Tumoroids were cultured for 5 days with compounds from NCI
library, 10uM concentration, then imaged on IXM-C HT.ai automated
imaging instrument without staining in transmitted light using 10X
objective. Images were analyzed using SYNAP module of InCarta
software (Molecular Devices). Analysis mask shown in yellow.
Selected images presented for DMSO controls (D2 and E2), un-
effected wells (A7 and A8), also effected by compounds (A11, A12
doxorubicin; A17, A18 mitoxantrone, D23, D24 copanlisib; P19, P20
erdafitinib).



Lactate Secretion at 12 Hours
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Supplemental Figure 3.

Compound treatments and secretion of lactate were studied
using a Pu-MA System, a microfluidic-based automated
organoid assay platform that allows multistep protocols.
Supernatants were collected from treated tumoroids using
flowchip automation five times after 3hr incubation periods.
The first time point was with media only (baseline); the
subsequent four incubations were with media + compound.
Tumoroids were exposed to drug at 1 uM concentrations or
vehicle, for 12 hours. Supernatants were analyzed for lactate
concentration using the Lactate-Glo assay (Promega).



Supplemental Table 1.
Data from analysis tumoroid images
after 5 days of treatment with 10uM
concentrations of indi

Images were taken after staining cells as
indicated in the Methods section.
Images were analyzed using MetaXpress
software. Numbers represent nuclei
counts in the projection images of
tumoroids. Numbers were conditionally
formatted if they were above (green) or
below (red) of 2STDEV from the DMSO
controls for each concentration
separately. Data from highest
concentration grayed out as less
reliable, since high concentrations of
compounds caused severe call damage
and potential errors in nuclear count.

Compounds 1onm 1000M T Toum 00um
WSO 206 25 230 264 20 2a1 213 306 182
VS0 200 219 249 255 347 30 268 208 155
M0 369 22 273 29 291 272 297 284 150
Dm0 266 269 256 258 2a5 39 277 300 136
VS0 20 a8 259 295 278 289 s 337 110
oMvS0 35 250 250 26 279 36 33 307 185
M5O 200 24 239 28 280 26 22 22 11
DMSO 2 27 22 268 28 230 2w 1
SO 23 w8 254 255 235 30 203 269
DO 235 304 297 287 246 264 23 264 159
VS0 26 33 209 24 2,2 37 197 208 183
M0 2% 301 21 247 301 223 209 288 149

Wethotrete 208 30 297 28 29 286 322 275 146
satini 319 398 197 35 as1 83 134 930 16
usalfan s a7 2 a3 ;s 2w 30 217

Everolimus 20 7w a9 259 3 467 sEL 2
Thioguanine 306 275 305 33 31 31 263 20 248
25 304 299 288 335 36 a8 56 35

30 38 333 303 343 35 32 305 202

Selumetinib 378 37 3.5 3w 3 33 288 37 339
328 ;6 308 01 33 31 293 36 184

imatinib 277 s s 33 29 3 6 46l 98
Allopurinol 15 34 221 313 319 301 20 4 198
Lapatint 270 288 276 297 33 3 s 108 718
Dactinomycin 49w ase 431 am 35 w5 119 o
Nilotini 28 24 38w e 2 & 166

Chlorambucl 235 289 28 219 29 263 313 236 215

rafer 2 12 313 28 28 237 410 386 177
Thiotepa W am 25 »3 275 w3 3 ym 183
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306 265 306 318 343 259 343 30 167
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27 s 23 ;. ;9 3 so1 61 188

Ralosifene 200 24 278 31 a4 29 404 709 o
Atretamine 285 355 204 349 288 334 338 339 15
Abiraterone. 330 208 283 247 36 364 404 4s9 182
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Fluorouracl 30 s 28 31 39 38 20 08 234
Afatinib 257 30 a1 299 31 3w 6sl 59 50
Plicamycin s01 43 483 a2 a3 a0 395 391 95
Olaparib. 280 3 217 2es 292 279 203 2% 2%
Pipobroman 265 200 256 256 36 278 302 s 2%
Romidepsin 405 a2 ses  as2  Go1 538 38 401 231
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Witomycin 27 293 a3 307 404 a3 s 751 139
259 273 31 293 20 291 3 373 130

Floxuridine 259 124 32 a9 33 14 377 389 2%
Pemetrexed 26 w2 w7 03 3 255 395 22

Hydroxyures 21 3% 302 2en a3 388 3 188

Enzalutamide 28 a1 s 8 3@ s 483 s 241

Uraci mustard s 304 277 20 4s1 483 615 720 463
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Mitota 361 344 .4 402 403 440 645 543 4as

q d Nelarabine 303 263 298 321 35 319 304 476 277
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25 s aw e 4w 4 73 s &7
Crizotinib 21 261 309 a3 48 an s 235
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260 9 28 34 s 716 139 13 o
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Belinostat 354 an s s 55 s 1021 33
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Cladribine 3 76 37 6 3w 316 409 47 2%
Vandetanit 360 30 337 298 40 53 655 615 147
fosfamide 266 308 274 343 356 38 34 330 4
Caborantints 251 a0 257 327 ;s 38 a3 8
Cisplatin 250 289 339 273 3w 36 38 o8 258
Panobinostat 88 211 661 606 576 662 628 1036 66
Tretinoin 20 20 303 255 25 279 3 41 155
Erismodegib 149 e 2ee 39 316 275 330 23 10
Teniposide %6 22 29 33 a2 s m1 2 24
Plritafor 75 226 28 290 319 3% 395 3 227
66 s 35 27 08 2 10 20
Vemurafenb. 24 233 ;. 2a1 30 286 293 26 23
2 ;s 29 39 37 a7 267
Cabazitaxel 2 0w a3 a3 35 e 38 [
Pacitaxel 305 31 276 316 4s8  aas 37 37 217
brutiniy 3 32 39 a1 4@ s 1019 69 35
Decitabine 307 301 &2 36 sa1 455 401 355 252
Ruxalitinit 289 34 22 35 30 39 40 378 30
Bendamustin hydrochlonde 38 35 280 321 35 370 368 a0 285
Regorafent 32 23 7 s . 39 595 418 7
Etoposide 290 275 30 255 250 383 23 284 23
Alectinib 22 39 324 291 39 297 285 339 93
Dexrazoxane 24 20 279 20 200 287 38 20 180
Binmetiniy 203 199 27 296 276 287 219 264 2
288 108 26 205 318 209 555 g7 o
32 265 2% 229 331 31 590 416 360
Pentostatin 181 250 280 335 30 3 43 %6 157
ARRY-380 s 27 253 25 285 278 46 619 626
Sirolmus 191 256 28 297 25 205 31 39 304
Bosutinib s 301 37 405 a6 a4 710 554 248
Corboplatin 25 24 a6 22 33 37 20 01 182
Dacomitinib 00 222 268 312 a8 3w 68 49 8
Valrubicin 26 20 222 285 6 360 s 17 [
Alpelii 301 30 239 260 48 42 478 619 s
Wdarubicin hydrochloride 27 198 a5 3 399 407 o 1 o
oclax 274 264 a63 s 7 4w 1 o o
202 230 a0 3% s a5 92 3% o
266 300 316 2es a9 38 255 3w 168
27 29 3 » 2 2w s 267 143
182 160 207 3 591 440 64 785 140
188 211 22 202 260 22 14 a1 o
37 a3 300 u6 a9 4y 37 2w 231
o 28 205 38 35 42 39 10
328 271 2% a0 s 3w 481 518 28
307 251 30 33 3 30 39 208

Apalutamide 24 180 38 281 3w 298 4w 387
Temozolomide 3 22 288 w9 32 38 401 43 117
Duvelsib 327 293 a2 : 39 33 125 7e4 110
i w2 ;s 38 21 38 35 32 06 188
Entrectin® 20 261 243 322 307 301 85 801 1987

Carmustine 24 135 2% 307 262 36 430 388 2%

Pomalidomide 333 286 318 333 30 285 313 35 210

Clofarabine 38 300 308 293 318 221 238 210
sdegih 23 319 22 200 300 363 264 276 309

Vinorelbine tarirate 247 256 285 31 253 295 314 410
Ceritinib 187 16 221 265 309 23l 58 254
68 0 262 213 72 948 820 896 o
Tazemetostat 2 e we 11 2w ;3 543 20
195 276 16 261 33 s 33 307 157
Capmatiniy 30 w6 3wl 1 1s 3 a5 w204
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23 e 293 265 38 235 259 273 210
Selinexor 26 22 2w 32 w8 286 s 3 7
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Exemestane. 38 35 36 278 285 270 299 365 370
Larotrectinib 266 343 217 28 a6 277 257 263 194
Gefitinio 301 274 206 280 302 31 se a7 3w
Brigatinib 318 307 3 230 34 4ss 532 631 3%
20 24 34 35 306 265 31 24 2
Gieritinib 296 32 343 296 403 4% 638 607 29
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Enasidenit 286 354 34 288 340 36 34 3 1%
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Pexidartint 22 3 M6 312 ms 2w 2% a1
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300 246 199 18 297 274 309 281 131
Avapritiniy 295 179 202 257 295 335 454 408 417
00 25 22 301 283 294 266 273
Copanliib trsHCl 180 14 362 4o sa3 617 550 682 98
26 29 261 287 3 250 25 297 407
Pemigatinib 21 ;0 a5 ma 35 36 a3 sy 259
2 a1 s 22 2% 26 20 114
Selpercatin 295 on a2 23 w6 3s 293 6 171
2 103 312 250 341 s 257 284 166
Zanubrutints 339 269 309 314 310 263 299 275 339
25 0 2e 227 28 258 247 28 154
Darolutamide 8 274 2m #1308 279 28 239 347
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Supplemental Table 2
(continuation).

Data from analysis tumoroid
images after 5 days of
treatment with 10uM
concentrations of indicated
compounds. Images were taken
with transmitted light, 10X
objective, then analyzed using
InCarta software. Synap module
of InCarta software was created
to find tumoroids, then the
objects were measured for
dimensions and intensity. Area,
diameter, perimeter of objects
were measured and presented
in the table.
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