Common

Supplementary Material

pChk1Ser345
(normalised to GAPDHI)

A

1.0 4

0.5

cancer-associated imbalances in the DNA damage
response confer sensitivity to single agent ATR inhibition
MO059)  MO059)-Fusl V79 AA8
Gemcitabine (1uM) - + + + - + + + + + + o+ + + + o+
VE-821(pM) 0 0 1 10 0 0 1 10 0 0 1 1030 0 0 1 10 30
B S p— ————— — = ATR
-~ . > — e — e pChk1 (ser345)
. L e S e —— e — e e = »=  tChk1
D S G —— - - e gyeyeeew™s  GAPDH
C
Il Control
M Gem °
T G+ VE-821 (1) a 199 . - =2 -
. G+ VE-821 (10) r > " ]
e £ 3 80+ —
[T~ L4
E 9 —
o . ot
SE oo :
o < =
e g g = [ ] [ ]
£ £ —
= '
= 20 -
L ]
0 L] L] L] L] L] T L] L] 1 L] T
o & & v"% 1 10 1 10 1 10 1 10 pM VE-821
R M059J  Fus-1 V79 AAS
ng
A\

Supplementary Fig S1: VE-821 inhibits ATR activity to a similar extent in a range of human and hamster cells. Inhibition

of ATR (Chk1 phosphorylation) by VE-821 at concentrations used in the cytotoxicity assays. A: western blot, lower panel
pChk1s** normalised to GAPDH. Cells were exposed to 1 pM Gemcitabine + VE-821 for 1 hr. B. pChk1s** levels
normalised to actin for a single experiment (G, Gem = gemcitabine), C % inhibition Gemcitabine-induced CHK1

phosphorylation in 2 replicate experiments (data points represent the 2 experiments. VE-821 at 1 puM inhibited ATR by
approximately 50% (25-75%) in all cell lines and 10 uM inhibited ATR by around 90%. There was no detectable pChk1s**
at 30 uM VE-821
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Supplementary Fig S2: VE-821 inhibits both IR and gemcitabine-induced ATR activity to a similar extent in M059J and
Fus-1 cells. Fiona to supply experimental details



100

-e— Control

—o— + NU7441

Cell survival (% control)

10 . O A
0 1 10

[UM VE-821]

Supplementary Fig S3: NU7441 does not increase the cytotoxicity of VE-821 in M059J cells. Cells were exposed to
varying concentrations of VE-821 for 24 hr then allowed to form colonies in drug free medium. Data are mean and
standard deviation of 3 independent experiments with duplicate samples/experiment
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Supplementary Fig S4: cMYC expression in M059J, M059J-Fus-1, OSEC2 shOT and OSEC2 shDNA-PK cells . Replicate
experimental data (analogous to that shown in Figure 3A) cMyc protein levels normalised to actin.
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Supplementary Fig S5: Cell cycle profiles of M059J and Fus-2 cells following exposure to IR + VE821



