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Methods
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Antibodies
Antibodies used

The authors declare that the data support the findings of this study are available within this Article, the Supplementary information or from the authors upon
reasonable requests. Source data are provided with this paper. Sequencing data used in this study are available in the European Nucleotide Archive (ENA), hosted by
EMBL-EBI (https://www.ebi.ac.uk/ena/browser/home) under study accession code PRJEB47683.

Sample sizes were indicated in the legend of each Figure and Supplementary Figure. No statistical methods were used to predetermine

sample sizes.

Data were not excluded in the analysis.

All data types were independently reproduced with independent experiment numbers given in the Figure legends and Figures. Experiments
reporting clonogenic survival, real time death assays and all microscopy assessments were undertaken involving intra-experimental
duplicates. Day-5 viability assessments were undertaken involving intra-experimental triplicates.

All mice were randomly allocated into experimental groups before the start of the treatment. For cell based experiments in vitro seeded cell
populations were randomly allocated to treatment groups prior to treatment. Key findings were repeated with independent experiments.

For observer- based microscopy data assessment and collection, observers were blinded to sample identities. Blinding was not relevant to the
genomic data and automated image analysis because investigator's bias would not affect the data collection. Data analysis was not blinded
because it is strictly quantitative.

For in vivo tumour size assessment , where analysis relied on observer based measurements, data collection was undertaken in a double
blinded fashion , with assessors unaware of treatment groupings or prior determined measurements.

[anti-RB1 (4H1)] WB, IP, IF, IHC, F, ChIP; Cell Signalling Technology; #9309; Mouse monoclonal; dilution 1:2000

[anti-phospho-CHK1 (Ser345) (133D3)] WB, F, IF; Cell Signaling Technology; #2348; Rabbit monoclonal; dilution 1:1000

[anti-phospho-CHK2 (Thr68) (C13C1)] F; Cell Signaling Technology; #12812; Rabbit monoclonal; dilution 1:1000
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Validation

Eukaryotic cell lines
Policy information about cell lines

Cell line source(s)

Authentication

Mycoplasma contamination

Commonly misidentified lines
(See ICLAC register)

anti-CHK1 (2G1D5) WB; Cell Signaling Technology; #2360; Mouse monoclonal; dilution 1:1000

anti-CHK2 (1C12) WB, IHC, IF; Cell Signaling Technology; #3440; Mouse monoclonal; dilution 1:1000

anti-53BP1 (EPR2172) WB, IHC, IF, F; Abcam; #175933; Rabbit monoclonal; dilution 1:1000

anti-GAPDH (6C5) WB, IF; Abcam; #8245; Rabbit monoclonal; dilution 1:10000

anti-RAD51 WB, IP, IF, IHC; Abcam; #176458; Rabbit polyclonal; dilution 1:850

anti-phosphorylated histone-H2AX (Ser139) (JBW301) WB, IP, IF, IHC; Merck Millipore; #05-636; Mouse monoclonal; dilution 1:1000

anti-Vinculin (hVIN-1) WB, IF, IHC; Sigma #V9131; Mouse monoclonal; dilution 1:1000

[anti-Human Alexa Fluor 488-coupled secondary antibodies] IF, F; Life Technologies; A-11013; Goat / IgG

[anti-Human Alexa Fluor 568-coupled secondary antibodies] IF, ICC, IHC; Life Technologies; A-21090; Goat / IgG

Goat Anti-Rabbit IgG IRDye 800CW-conjugated (LI-COR) secondary antibody

Goat Anti-Mouse IgG IRDye 680RD-conjugated (LI-COR) secondary antibody

Goat anti-Mouse IgG HRP-conjugated secondary antibody

Goat anti-Rabbit IgG HRP-conjugated secondary antibody

All primary antibodies used in this study were validated by the manufacture. Validation data / citations can be found on the

manufacture website by searching the antibody catalog number provided in materials and methods section of our manuscript.

[anti-RB1 (4H1)] application: WB, IP, IF, IHC, F, ChIP; species reactivity: Human, Monkey, Bovine, Pig;

https://www.cellsignal.co.uk/products/primary-antibodies/rb-4h1-mouse-mab/9309

[anti-phospho-CHK1 (Ser345) (133D3)] application: WB, F, IF; species reactivity: Human, Mouse, Rat, Monkey;

https://www.cellsignal.co.uk/products/primary-antibodies/phospho-chk1-ser345-133d3-rabbit-mab/2348

[[anti-phospho-CHK2 (Thr68) (C13C1)] application: F; Species Reactivity: Human;

https://www.cellsignal.com/products/antibody-conjugates/phospho-chk2-thr68-c13c1-rabbit-mab-pe-conjugate/12812

anti-CHK1 (2G1D5) application: WB; Species Reactivity:Human, Mouse, Rat, Monkey;

https://www.cellsignal.co.uk/products/primary-antibodies/chk1-2g1d5-mouse-mab/2360

anti-CHK2 (1C12) application: WB, IHC, IF; Species Reactivity:Human, Monkey;

https://www.cellsignal.co.uk/products/primary-antibodies/chk2-1c12-mouse-mab/3440

anti-53BP1 (EPR2172) application: WB, IHC, IF, F; Species Reactivity: Human, Mouse, Rat;

https://www.abcam.com/53bp1-antibody-epr21722-ab175933.html

anti-GAPDH (6C5) application: WB, IF; Species Reactivity: Human, Mouse, Rat;

https://www.abcam.com/gapdh-antibody-6c5-loading-control-ab8245.html

anti-RAD51 application: WB, IP, IF, IHC; Species Reactivity:Mouse, Human, Xenopus laevis, Chinese hamster;

https://www.abcam.com/rad51-antibody-ab176458.html

anti-phosphorylated histone-H2AX (Ser139) (JBW301) application: WB, IP, IF, IHC; Species Reactivity: Human, Mouse, Rat;

https://www.merckmillipore.com/GB/en/product/Anti-phospho-Histone-H2A.X-Ser139-Antibody-clone-JBW301,MM_NF-05-636

anti-Vinculin (hVIN-1) application: WB, IF, IHC; Species Reactivity: Human, Mouse, Rat, Chicken, Frog;

https://www.sigmaaldrich.com/GB/en/product/sigma/v9131?
gclid=EAIaIQobChMIv7jUl9Pv8wIVB57tCh22pwuTEAAYAiAAEgKyX_D_BwE

OS panel lines, HEK 293, CAPAN1, SUM149: Wellcome Sanger Institute Cell model resource;

OS cell line panel, HEK293, CAPAN1, SUM149: STR profiling using the GenePrint 10 system (Promega), PDX models: DNA
Fingerprinting (POWERPLEX ESX 17 Fast System, Promega) against the profile of the original PDX

OS panel lines, HEK 293, CAPAN1, SUM149: negative in preserved working stocks using PCR based assessment, PDX models:
negative in preserved working stock using Mycoalert Mycoplasma Detection Kit, Lonza

No commonly misidentified lines were used in this study.




