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Materials & experimental systems
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Human research participants

Clinical data

Dual use research of concern

Methods

n/a Involved in the study

ChIP-seq

Flow cytometry

MRI-based neuroimaging

Antibodies
Antibodies used

Validation

Sample sizes were not predetermined using statistical analyses.

For biochemical, biophysical and cellular assays, sample sizes were based on prior experience in the field and from our previous studies
(Zengerle et al. ACS Chem Biol 2015; Gadd et al. Nat. Chem. Biol. 2017; Riching et al. ACS Chem Biol. 2018). To confirm results with biological
repeats, experiments were performed in most cases as either in duplicates or triplicates.

No data were excluded

Unless stated in figure legends or method sections, all experiments were done at least twice and the reproduction were successful. The
number of technical replicates and independent biological experiments are specified in the manuscript. Most results were validated by
alternative techniques as demonstrated in the manuscript.

No animal or behavioral study was performed in this study. No large data set and/or compound libraries were used in this study.
Randomization was thus not necessary in our study and was not performed.

Similar to what is mentioned above, no animal or behavioral study was performed in this study, and no large data set and/or compound
libraries were used in this study. Randomization was thus not necessary in our study and was not performed.

ant-BRD2 (abcam #ab139690)

anti-BRD3 (abcam #ab50818)

anti-BRD4 (abcam #ab128874)

anti-c-myc (abcam #32072)

anti-PARP (CST #9542S)

anti-cleaved PARP (BD Pharmingen #51-9000017)

anti-caspase-3 (CST #9662S)

anti-tubulin (Bio-Rad #12004165)

anti-"-actin (CST #4970S)

IRDye® 800CW Goat anti-Mouse: LI-COR #925-32210

IRDye® 800CW Donkey anti-Rabbit: LI-COR #926-32213

- anti-BRD2 (abcam #ab139690): Knockdown validated, disappearance of the band in immunoblotting upon MZ1 / siRNA treatment
(Zengerle et al. ACS Chem. Biol. 2015).

- anti-BRD3 (abcam #ab50818): Knockdown validated, disappearance of the band in immunoblotting upon MZ1 / siRNA treatment
(Zengerle et al. ACS Chem. Biol. 2015).

- anti-BRD4 (abcam #ab128874): Knockdown validated, disappearance of the bands in immunoblotting upon MZ1 / siRNA treatment
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(Zengerle et al. ACS Chem. Biol. 2015).

- anti-c-myc (abcam #32072): Knockout validated, from the manufacturer's website. https://www.abcam.com/c-myc-antibody-y69-
ab32072.html; see also: https://www.labome.com/product/Abcam/ab32072.html

- anti-PARP (CST #9542S): Disappearance of the peak in Western blot analysis by staurosporine treatment, as per information on the
manufacturer's website: https://www.cellsignal.com/products/primary-antibodies/parp-antibody/9542?
_=1626576061358&Ntt=9542s&tahead=true&country=USA

- anti-cleaved PARP (BD Pharmingen #51-9000017): Identified of the band in Western blot analysis in only camptothecin treatment,
as per the manufacturer's website: https://www.bdbiosciences.com/en-us/products/reagents/flow-cytometry-reagents/research-
reagents/single-color-antibodies-ruo/purified-mouse-anti-cleaved-parp-asp214.552596

Additional validations and relevant citations can be found in the vendors' web-pages using the catalogue numbers specified above for
all the antibodies used.

More detailed information for each primary antibody:

anti-c-myc (abcam #32072)

Describe validation of primary antibody: KO validated by manufacturer

Species: Host – Rabbit; human c-myc peptide (ab166837) used for immunisation

Validation statement for species and application: Reacts with: Mouse, Rat, Human

Application: Flow Cyt (Intra), WB, ICC/IF, IHC-P, IP. Abpromise guarantee covers the use of ab32072 in the following tested
applications.

Validation statement: WB validation performed in (as can be found on manufacturer’s website): Jurkat, HeLa, HEK-293T, Raji, MCF-7,
K562, THP1, A20, AR42J, Rat-1, rat spleen and pancreas, L6, Neuro-2a, Raw264.7 cell lysates, L363 MM and CA46 cells. ICC/IF:
HEK293 and HeLa cells. IHC-P: Human Burkitt lymphoma, diffuse large B cell lymphoma, adenocarcinoma of the colon, lung
adenocarcinoma, gastric adenocarcinoma, urinary bladder transitional carcinoma, esophagus, glioblastoma and low-grade glioma
tumor tissues. IP: Jurkat whole cell lysate (ab7899). Flow Cyt (intra): HeLa cells.

Relevant citations: ab32072 has been referenced in 747 publications

KO validation of c-Myc antibody: Littler S, Sloss O, Geary B, Pierce A, Whetton AD, Taylor SS. Oncogenic MYC amplifies mitotic
perturbations. Open Biol. 2019 Aug 30;9(8):190136. doi: 10.1098/rsob.190136.

Source:

Product datasheet https://www.abcam.com/c-myc-antibody-y69-ab32072.html

https://www.labome.com/product/Abcam/ab32072.html

CASPASE 3, CELL SIGNALLING, #9662

Describe validation of primary antibody: validated by manufacturer in Caspase 3 KO HCT116 cells - Western blot analysis of extracts
from HCT116 cells (lane 1) or CASP3 knock-out cells (lane 2) using Caspase-3 Antibody #9662 (upper), and !-Actinin (D6F6) XP®
Rabbit mAb #6487 (lower). The absence of signal in the CASP3 knock-out HCT116 cells confirms specificity of the antibody for CASP3.

Species: Human, Mouse, Rat, Monkey; Species predicted to react based on 100% sequence homology:Pig

Validation statement for species and application: Polyclonal antibodies are produced by immunizing animals with a synthetic peptide
corresponding to residues surrounding the cleavage site of human caspase-3. Antibodies are purified by protein A and peptide
affinity chromatography. Species reactivity is determined by testing in at least one approved application (e.g., western blot).

Application: western blotting, immunoprecipitation, immunohistochemistry (parrafin)

Relevant citations:

CST 9662 has been referenced in 2723 publications.

Cell Signaling Technology caspase-3 antibody (Cell Signaling, 9662S) was used in western blot knockout validation on human samples

McComb S, Chan PK, Guinot A, Hartmannsdottir H, Jenni S, Dobay MP, Bourquin JP, Bornhauser BC. Efficient apoptosis requires
feedback amplification of upstream apoptotic signals by effector caspase-3 or -7. Sci Adv. 2019 Jul 31;5(7):eaau9433. doi: 10.1126/
sciadv.aau9433.

Cell Signaling Technology caspase-3 antibody (Cell Signaling, 9662) was used in western blot knockout validation on human samples

Wang Y, Gao W, Shi X, Ding J, Liu W, He H, Wang K, Shao F. Chemotherapy drugs induce pyroptosis through caspase-3 cleavage of a
gasdermin. Nature. 2017 Jul 6;547(7661):99-103. doi: 10.1038/nature22393. Epub 2017 May 1. PMID: 28459430.

Antibody profile (online databases, data from the manuscript):

https://www.phosphosite.org/proteinAction.action?id=4672&showAllSites=true

Source:

https://www.cellsignal.co.uk/products/primary-antibodies/caspase-3-antibody/9662

https://www.labome.com/review/gene/human/caspase-3-antibody.html

anti-PARP (CST #9542S)

Describe validation of primary antibody: Confirmed by western blot analysis of extracts from NIH/3T3 cells, untreated or
staurosporine-treated (1 µM), and Jurkat cells, untreated or etoposide-treated (25 µM). PARP cleavage detected in treated samples
and full-length PARP detected in untreated samples, both at expected Mw.

Species: Human, Mouse, Rat, Monkey

Validation statement for species and application: Polyclonal antibodies are produced by immunizing animals with a synthetic peptide
corresponding to the caspase cleavage site in PARP. Antibodies are purified by protein A and peptide affinity chromatography. PARP
Antibody detects endogenous levels of full length PARP1 (116 kDa), as well as the large fragment (89 kDa) of PARP1 resulting from
caspase cleavage. The antibody does not cross-react with related proteins or other PARP isoforms.

Application: Western blotting

Relevant citations:

Antibody profile (online databases, data from the manuscript):

https://www.phosphosite.org/proteinAction.action?id=9166&showAllSites=true
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https://www.cellsignal.co.uk/products/primary-antibodies/parp-antibody/9542 -

anti-cleaved PARP (BD Pharmingen #51-9000017)

Describe validation of primary antibody: Jurkat cells were either left untreated or treated with camptothecin (4 µM, 4 hours) to
induce apoptosis. Lysates were probed with anti-PARP (clone F21-852, Cat. No. 552596) at concentrations of 0.25 (lanes 1, 4), 0.125
(lanes 2, 5), and 0.06 µg/ml (lanes 3, 6). Cleaved PARP is identified as a band of ~89 kDa in only the treated cells.

Validation statement for species and application: A peptide corresponding to the N-terminus of the cleavage site (Asp 214) of human
PARP was used as the immunogen. The F21-852 monoclonal antibody reacts only with the 89-kDa fragment of human PARP-1 that is
downstream of the Caspase-3 cleavage site (Asp214) and contains the automodification and catalytic domains. It does not react with
intact human PARP-1. Cross-reactivity with other members of the PARP superfamily is unknown. Recognition of cleaved PARP in
mouse cells has been demonstrated, and it may also cross-react with a number of other species due to the conserved nature of the
molecule.

Application: western blot, intracellular staining (flow cytometry), immunoprecipitation

References:

D'Amours D, Desnoyers S, D'Silva I, Poirier GG. Poly(ADP-ribosyl)ation reactions in the regulation of nucelar functions. Biochem J.
1999; 342:249-268. (Biology)

Kaufmann SH, Desnoyers S, Ottaviano Y, Davidson NE, Poirier GG. Specific proteolytic cleavage of poly(ADP-ribose) polymerase: an
early marker of chemotherapy-induced apoptosis. Cancer Res. 1993; 53(17):3976-3985. (Biology) Lamarre D, Talbot B, de Murcia G,
et al. Structural and functional analysis of poly(ADP ribose) polymerase: an immunological study. Biochim Biophys Acta. 1988; 950
(2):147-160. (Biology)

Lamarre D, Talbot B, Leduc Y, Muller S, Poirier G. Production and characterization of monoclonal antibodies specific for the functional
domains of poly(ADP-ribose) polymerase. Biochem Cell Biol. 1986; 64(4):368-376. (Biology)

Patel T, Gores GJ, Kaufmann SH. The role of proteases during apoptosis. FASEB J. 1996; 10(5):587-597. (Biology) Tewari M, Quan LT,
O'Rourke K, et al. Yama/CPP32 beta, a mammalian homolog of CED-3, is a CrmA-inhibitable protease that cleaves the death substrate
poly(ADP-ribose) polymerase. Cell. 1995; 81(5):801-809. (Biology)

Source: https://www.bdbiosciences.com/ds/pm/tds/552596.pdf

"-Actin (13E5) Rabbit mAb #4970

Application: WB, IHC-P, IF-IC, F

Specificity: "-Actin (13E5) Rabbit mAb detects endogenous levels of total "-actin protein. Depsite the high sequence identity between
the cytoplasmic actin isoforms, "-actin and cytoplasmic #-actin, "-Actin (13E5) Rabbit mAb #4970 does not cross-react with
cytoplasmic #-actin, or any other actin isoforms.

Species Reactivity: Human, Mouse, Rat, Monkey, Bovine, Pig. Species reactivity is determined by testing in at least one approved
application (e.g., western blot).

Species predicted to react based on 100% sequence homology:

Hamster, Chicken, Dog, Horse

hFAB™ Rhodamine Anti-Tubulin Primary Antibody, 200 µl #12004165

Cross-reactivity

Human, mouse, and rat

Antigen

Recombinant human "-tubulin expressed in E.coli

Recombinant Anti-BRD2 antibody [EPR7642] - ChIP Grade (ab139690)

Describe validation of primary antibody by manufacturer: was shown to specifically react with BRD2 when BRD2 knockout samples
were used. Wild-type and BRD2 knockout samples were subjected to SDS-PAGE. ab139690 and ab8245 (loading control to GAPDH)
were diluted 1/1000 and 1/2000 respectively and incubated overnight at 4°C. Blots were developedwith Goat anti-Rabbit IgG H&L
(IRDye 800CW) preadsorbed (ab216773) and Goat anti-Mouse IgG H&L (IRDye 680RD)n preadsorbed (ab216776) secondary
antibodies at 1/10 000 dilution for 1 h at room temperature before imaging;

Validation of primary antibody by us: Validated by siRNA knockout in https://pubs.acs.org/doi/10.1021/acschembio.5b00216;
disappearance of the BRD2 band upon the treatment with MZ1;

Species: Reacts with human

Application: western blot, immunohistochemistry, immunocytochemistry, flow cytometry, ChiP; unsuitable for IP. Abpromise
guarantee covers the use of ab139690 in the following tested applications - western blot, immunohistochemistry,
immunocytochemistry, flow cytometry, ChiP.

Validation statement for species and application: Synthetic peptide within Human BRD2 aa 1-100 (N terminal). The exact sequence is
proprietary. Database link: P25440

ab139690 has been referenced in 18 publications.

Anti-BRD3 antibody [2088C3a] (ab50818)

Describe validation of primary antibody by manufacturer: ab50818 Anti-BRD3 antibody [2088C3a] was shown to specificallyreact with
BRD3 in wild-type HEK293T cells. Loss of signal was observed when knockout cell line ab266793 (knockout cell lysate ab258335) was
used. Wild-type and BRD3 knockout samples were subjected to SDS-PAGE. ab50818 and Anti-GAPDH antibody[EPR16891] - Loading
Control (ab181602) were incubated overnight at 4°C at 1 in 500 dilution and 1 in 20000 dilution respectively. Blots were developed
with Goat anti-Rabbit IgG H&L (IRDye 680RD) preadsorbed (ab216777) and Goat anti-MouseIgG H&L (IRDye 800CW) preadsorbed
(ab216772) secondary antibodies at 1 in 20000 dilution for 1 hour at room temperature before imaging.

Describe validation of primary antibody by us: Validation of primary antibody by us: Validated by siRNA knockout in https://
pubs.acs.org/doi/10.1021/acschembio.5b00216; disappearance of the BRD2 band upon the treatment with MZ1;




