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Figure 2. (S)-crizotinib sensitivity is enhanced during hypoxia and after
reoxygenation whereas colorectal cancer spheroids are not sensitized to TH588
under these conditions. (a) Graph showing percentage change in cell viability
after a 3 d treatment with 10 uM of TH588 or (S)-crizotinib compared to
DMSO-treated controls.Human L145 CRC spheroids were cultured under
normoxia (21% O) or transferred to a hypoxia chamber (0.1% O,). After 72 h,
CRC spheroids were either maintained under hypoxia (hypoxia) or returned to
normoxia (reoxygenation). H, hypoxia; N, normoxia; R, reoxygenation.
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Figure 3. TH588 induces a mitotic arrest in human CRC spheroids.
(a) Table showing the distribution of cells at the various phases of

the cell cycle as determined by flow cytometry using DAPI staining.

The values represent the mean percentage + s.d. and represent data
from three independent experiments. (b) Immunofluorescent
staining of the mitotic marker phospho-histone H3 (green), tubulin
(red), F-actin (orange) and DAPI (blue) (left) and quantification of
phospho-histone H3-positive cells (right). One representative Z-
stack per condition is shown. A minimal of 1300 nuclei per
condition were analysed. (c) Flow cytometryanalysis of DNA
content (DAPI staining) and mitotic cell population (phospho-
histone H3) of CRC spheroids after exposure to the indicated drugs
or DMSO (control) for 1 d.
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Figure 5. ROS-modulating compounds do not alter sensitivity to TH588 and (S)-
crizotinib. (a) Western blot analysis of phospho-histone H3 protein levels in L145
CRC spheroids following 1d treatment with TH588 or (S)-crizotinib combined with
the ROS-scavenging compound NAC or ROS-inducing compounds BSO/AUR or
menadione, (b) Table showing the distribution of L145 cells at the various phases of
the cell cycle after 1 d treatment as determined by flow cytometry using DAPI
staining. Some data (conditions without NAC) of Fig. 3a was reused in this table. (c)
Flow cytometry plots of DAPI staining of L145 spheroids DMSO-treated or exposed
to TH588 in the presence or absence of 0.5 mM NAC (logarithmic scale). (d)
Western blot analysis of YH2AX levels following treatment with TH588 or (S)-
crizotinib (1 d) in the presence or absence of NAC.L145 CRC spheroids exposed to
two cycles of oxaliplatin were used as positive control (e) Analysis of L145 CRC
spheroid viability following treatment with TH588 or (S)-crizotinib in the +ROS-
modulators. (f) Analysis of cell viabilityof organoid cultures after a 3 d treatment
with 5 uM of TH588 or (S)-crizotinib in the presence or absence.
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