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Figure S1: Cells Number against Fluorescence Arbitary Unit A) Cell Stained in PBS and resuspended in PBS B) Cell Stained in PBS and resuspended in RSM C) Cell Stained in RSM and resuspended in RSM. PBS (Phosphate Buffered Saline) RSM (Reduced Serum Media 1% FBS in RPMI).
Standard curve of ROS flurescence were first obtained via sequentially increasing cell number in order to obtain a standard curve of propotionate cell number to fluorescence reads indicating DCFDA stained only living cells. However, as there are possible interference or background in different resuspension medium we sought to use RSM throught the experiment as it results in the lowest background signal allowing for a more precise DCFDA fluorescence reads. Fluorescence arbitary unit were obtained using the OMEGA fluor system.   




Methods
Chromatin Immunoprecipitation 
ChIP was performed as previously described with slight modifications (Ptasinska et al., 2012, 2014). Cells were treated with formaldehyde at 1%. This was followed by addition 0.4M glycine-PBS, followed by washing with ice cold PBS. Cell pellet was re-suspended in Buffer A (HEPES 10 mM pH 8.0, EDTA 10 mM, EGTA 0.5 mM, 0.25% by volume Triton-X-100 , PMSF 0.1mM). The nuclei extracted was then pelleted via centrifugation followed by  addition of ice cold Buffer B (HEPES 10 mM pH8.0, NaCI 200 mM, EDTA 1mM, EGTA 0.5 mM, 0.01% by volume Triton-X-100). Nuclei pellet was re-suspended in 300µl ChIP buffer (Tris-HCI, 25mM pH 8.0, NaCI 150mM, EDTA 2mM, 1% by volume Triton-X-100, 0.25% by volume SDS, PMSF 0.1mM) followed by chromatin shearing using table a top rod sonicator at 30% power output for 15-30 cycles of 15 seconds ON and 15 seconds on ice, OFF. A volume of 100µl 3x ChIP Buffer was added into chromatin solution (Tris-HCI 25mM pH 8.0, NaCI 150mM, EDTA 2mM, 1% by volume Triton-X-100, 7.5% by volume Glycerol, PMSF 0.1mM) . Primary antibody solution was added into dynabeads protein G (Invitrogen) supended in PBS. The dynabead-ab mixture was incubated at 40C whilst rotating for at least 6 hours. Chromatin suspension was added into the dynabeads-ab mixture and was incubated for at least 6 hours at 40C with rotation. Chromation-Ab-dynabeads complex was purified using magnetic separation via MACS (Magnetic Activated Cell Sorter). The beads was later washed with WB1 (Tris-HCI 20 mM pH 8.0, NaCI 150mM, EDTA 2mM, 1% by volume Triton-X-100) once, twice with WB2 (Tris-HCI 20 mM pH 8.0, NaCI 500mM, EDTA 2mM, 1% by volume Triton-X-100, SDS 1%), once with LCB (Tris-HCI 10 mM pH 8.0, LiCI 250mM, EDTA 1mM, 0.5% NP-40, 0.5% Na-deoxycholate)  and once with TNB (Tris-HCI 10 mM pH 8.0, NaCI 50mM, EDTA 1mM). Chromatin was eluted in EB at 450C using a thermos shaker (ThermoFisher). The eluted chromatin suspension was treated with RNaseA and proteinase K followed by incubation at 650C for two hours. Chromatin DNA fragments were purified using Qiagen PCR purification kit as per manufacturer’s protocol.

Protein Extraction and Western Blot (WB)
Protein was extracted using the RIPA lysis buffer (Nacalai, Tesque) supplemented with 1:1000 and 1:100 of PMSF (Sigma) and Protease Inhibitor Cocktail respectively and was stored in -800C. Immunoblotting was carried out as described (Martinez et al., 2004). Briefly, protein extracts were fractionated using tris-bis gel at 80v for 100 minutes which was followed by complete wet transfer at 400mA for 90 minutes onto PVDF membranes (Advansta). The membranes were blocked with 3% BSA for  1hour at room temperature with agitation. Following this 0.1% TBST was used to wash the membranes, all membranes were washed three times with TBST for 7 minutes each wash with agitation. Following this the antibodies were added. Antidodies were suspended in 3% BSA in TBST with exception of FLT3 in which the antibody was suspened in 1.5% skim milk. The membranses were incubated overnight for antibody binding followed by washing with TBST (3X) trailed by incubation with secondary antibody suspended in 3% BSA for 2 hours at room temperature with gentle agitation. Chemoluminescence was develop using 1:1 ratio of ECL clarity solution to enhancer solution (Advansta).   Band intensity was analysed and quantified using the Quantity One Image Software (BIO-RAD). 

Nuclear Lysate Blot 
Nuclear component of Kasumi-1 cells was extracted from whole cell lysate using hypotonic buffer as per manufacturer’s protocol. Briefly, hypotonic buffer (20mM TRIS-HCI, 10mM NaCI, 3mM MgCI2) was prepared. Cells were pelletted and washed with ice cold PBS twice before resuspending in ice cold hypotonic buffer for 15 minutes on ice. 10% NP-40 was added into the suspension at 5% v/v ratio following nuclear pelleting. The the supernatant was supplemented with 1:1000 and 1:100 of PMSF (Sigma) and Protease Inhibitor Cocktail respectively and was stored in -800C as cytoplasmic lysate. Nuclear pellet was resuspended in RIPA lysis buffer supplemented with 1:1000 and 1:100 of PMSF (Sigma) and Protease Inhibitor Cocktail respectively and was stored in -800C for nuclear protein. Immunoblotting was carried out as mentioned in the previous section.


Bioinformatics prediction of RUNX1/ETO occupation
Publicly available GEO datasets was obtained via NCBI sequence read archive. Using galaxy tools via usegalaxy main online, single end reads was trimmed to remove adapter using Trim Galore, followed by FatstQC to asses quality. The Trim Galore output was used as an input in RmDup tools to remove any PCR duplicates. The reads were subsequently aligned to the human genome (assembly hg38) using Bowtie 2. Peaks in bedgraph format was called using MACS2 peakcall tools. Binding was displayed on UCSC genome browser.

Public Datasets Accession: GSE153281, GSE23730, GSE29225 
Tables
Table 1: siRNA used
	Gene
	Gene Acession
	siRNA sequence
	Source/Reference

	Mismatch
	D139179

	5’-CCUCGAAUUCGUUCUGAGAAG-3′
	Qiagen, (Heidenreich et al., 2003)

	RUNX1/ETO
	D139179

	5′-CCUCGAAAUCGUACUGAGAAG-3′
	Qiagen,(Heidenreich et al., 2003)

	RAC1
	EntrezID 5879
	5’-AGGGUCUAGCCAUGGCUAAGGAGAU-3’

	VHS 40447 Stealth RNAi Thermo Scientific

	FLT3
	Qiagen Propietary
	Manufacturer’s sequence
	Qiagen, propietary



Table 2: Primers used
	Gene
	Primer sequence
	Source

	
qPCR Primers

	
	

	RUNX1/ETO
	F: 5′-AATCACAGTGGATGGGCCC -3′ 
R: 5′-TGCGTCTTCACATCCACAGG-3’
	(Heidenreich et al., 2003)

	RAC1
	F: 5′-GCCAATGTTATGGTAGAT-3′ 
R: 5′-GACTCACAAGGGAAAAGC-3′
	(L.-J. Zhang et al., 2012)

	FLT3
	F: 5′-TTTCACAGGACTTGGACAGAGATTT-3′ 
R: 5′-GAGTCCGGGTGTATCTGAACTTCT-3
	(Ozeki et al., 2004)

	GAPDH
	F: 5′-AACGGATTTGGTCGTATTG-3′ 
R: 5′-GCTCCTGGAAGATGGTGAT-3′
	(J. Zhang et al., 2012)

	
ChIP Primers

	
	

	1.5Mbp (FLT3en)
	F: 5’-AACACCCCACCCTGCTTT-3' 
R: 5’-TAGGAACTGCTGTGGTCTGC-3’
	Designed via primer3plus 

	Reduced Dnase Site (Neg control)
	F: 5’-TTTTGAGGCAGGTTCTTGCT-3’
R: 5’-CATGGCAAAATCCCATCTCT-3’
	Designed via primer3plus 






Table 3: Antibodies used
	Antibody
	Size
	Isotype
	Catalog
	Source

	
RUNX1 
	
110kDa
	
Rabbit Polyclonal
	
4334
	Cell Signaling Technology

	
FLT3
	
130-160kDa
	
Rabbit Monoclonal
	
3462
	Cell Signalling Technology

	
RAC1
	
20kDa
	
Rabbit Polyclonal
	
2465
	Cell Signalling Technology

	
FOXO3
	
82-97kDa
	
Rabbit Monoclonal
	
2497
	Cell Signalling Technology

	
Actin
	
43kDa
	
Rabbit Polyclonal
	
4967
	Cell Signalling Technology

	
Secondary-HRP
	
	
Anti-Rabbit IgG
	
7074
	Cell Signalling Technology



Table 4: List of bioinformatic tools used for analyses
	Tools
	Function
	References

	Bowtie2
	Aligned NGS contigs on reference genome
	(Langmead & Salzberg, 2012)

	MACS2 PeakCaller
	Called Enriched aligned contigs on genomic locations
	(Y. Zhang et al., 2008)

	FASTQC
	Analyses of NGS data quality using phred 
	(Krueger, 2012) Bentham Institute

	Rmdup
	Remove possible PCR duplicate contamination
	(Ebbert et al., 2016)

	Trim Galore
	Remove sequencing adapters
	(Krueger, 2012)
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