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s09_210730_Granta519_ctrl_RNAseq_rep3_S9_R1.fastq.gz
s09_210730_Granta519_ctrl_RNAseq_rep3_S9_R2.fastq.gz
s09_221115_Granta519EBF1KI_cl27_Ohr_RNAseq_rep3_S1_NJ_norm.bw
s09_221115_Granta519EBF1KI_cl27_Ohr_RNAseq_rep3_S1_R1.fastq.gz
s09_221115_Granta519EBF1KI_cl27_Ohr_RNAseq_rep3_S1_R2.fastq.gz
s09_221126_Granta519EBF1KI_cl97_Ohr_RNAseq_rep3_S9 NJ_norm.bw
s09_221126_Granta519EBF1KI_cl97_Ohr_RNAseq_rep3_S9 R1.fastq.gz
s09_221126_Granta519EBF1KI_cl97_Ohr_RNAseq_rep3_S9 R2.fastq.gz
s09_240415_Granta519cl27_24hdTAGWO_RNAseq_lib3_S9_NJ_norm.bw
s09_240415_Granta519cl27_24hdTAGWO_RNAseq_lib3_S9 R1.fastq.gz
s09_240415_Granta519cl27_24hdTAGWO_RNAseq_lib3_S9 R2.fastq.gz
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s12_210730_Granta519_EBF1g7_RNAseq_rep3_S12_ R2.fastq.gz
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s12_221126_Granta519EBF1KI_cl97_6hr_RNAseq_rep3_S12_R2.fastq.gz
s12_240415_Granta519cl97_24hdTAGWO_RNAseq_lib3_S12_NJ_norm.bw
s12_240415_Granta519cl97_24hdTAGWO_RNAseq_lib3_S12_R1.fastq.gz
s12_240415_Granta519cl97_24hdTAGWO_RNAseq_lib3_S12_R2.fastq.gz
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s20_221115_Granta519EBF1KI_cl26_24hr_RNAseq_rep2_S4_R2.fastq.gz
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s20_221126_Granta519EBF1KI_cl29_24hr_RNAseq_rep2_S20_R2.fastq.gz
s21_221115_Granta519EBF1KI_cl26_24hr_RNAseq_rep3_S5_NJ_norm.bw
s21_221115_Granta519EBF1KI_cl26_24hr_RNAseq_rep3_S5_R1.fastq.gz
s21_221115_Granta519EBF1KI_cl26_24hr_RNAseq_rep3_S5_R2.fastq.gz
s21_221126_Granta519EBF1KI_cl29_24hr_RNAseq_rep3_S21_NJ_norm.bw
s21_221126_Granta519EBF1KI_cl29_24hr_RNAseq_rep3_S21 R1.fastq.gz
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s23_221115_Granta519EBF1KI_cl27_24hr_RNAseq_rep2_S7_R2.fastq.gz
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s24_221115_Granta519EBF1KI_cl27_24hr_RNAseq_rep3_S8_NJ_norm.bw
s24_221115_Granta519EBF1KI_cl27_24hr_RNAseq_rep3_S8_R1.fastq.gz
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Genome browser session https://genome.ucsc.edu/cgi-bin/hgTracks?
(e.g.UCSC) db=hg19&lastVirtModeType=default&lastVirtModeExtraState=&virtModeType=default&virtMode=0&nonVirtPosition=&posit
ion=chr8%3A127000000%2D129000000&hgsid=2518550251_vAYlJjOyCvG2dAbchK7MmDPYyNVZMo
Methodology

Replicates 2 biological replicates per cell line per condition.




Sequencing depth Paired-end sequenced on Illumina NextSeq 550 (38bp+38bp) or Novaseq 6000 (61bp+61bp). 35 - 100 million reads per sample.

Antibodies H3K27ac (Active Motif cat#t 39133), H3K4mel (Abcam cat# ab8895), H3K27me3 (CST cat# 9733),polyclonal anti-EBF1 (1C) antibody,
which recognizes an N-terminal EBF1 peptide (RG), commercial EBF1 antibody (Millipore cat# AB10523), SMC1a (Bethyl, cat#
A300-055A), YY1 (Active motif cat# 61779), CTCF (EMD Millipore cat# 07-729)

Peak calling parameters  As below

Data quality ChlIP-seq data analysis

For Granta519 EBF1 ChIPseq, peaks of each library were identified using MACS2 (version 2.0.9)95- with parameters -p 1E-3 -g hs --
nomodel --shiftsize=0.5*fragment_length --format=BAM --bw=300 --keep-dup=1 and with corresponding input control. 25,227
reproducible EBF1 ChIP-seq peaks identified in libraries of both replicates of both antibodies were used in downstream analyses. For
comparing protein loading, reproducible EBF1-bound regions were quantified on each ChIP-seq bam files using bedtools ‘coverage’
and normalized to RPKM and averaged between the two replicates of each antibody. Clustering of reproducible EBF1-bound regions
(Fig. 1A) was performed with R function hclust(dc, method="average", members=NULL) and hc_tree <- cutree(hc, k= 15) and
visualized with ‘pheatmap’. Dynamic EBF1 peaks were filtered as reproducible EBF1 peaks > 1 averaged RPKM in untreated
Granta519-EBF1-FKBP-KI clone 27. 7,777 peaks with Log2(fold change) < -1 of averaged RPKM between 6h and 24h dTAG-treated
versus untreated and Log2(fold change) > 1 of averaged RPKM between 6h and 24h washout versus 24h dTAG-treated were defined
as dynamic EBF1 peaks. SMC1, CTCF and YY1 ChlIP-seq libraries were individually quantified on EBF1 peaks using bedtools ‘coverage’
and normalized to RPKM and averaged between the two replicates per condition, and Log2 fold changes were calculated as above.

For tag density plots, aligned bam files of the two replicates of each condition were merged using samtools (version 1.3)97 ‘cat’
command. For each merged library, fragment length was estimated with HOMER ‘makeTagDirectory’. HOMER ‘annotatePeaks.pl” was
used on merged libraries and visualized with R function ‘pheatmap’. For merged libraries genome tracks, bedgraph of reads
normalized to reads per million (RPM) were generated with bedtools ‘genomecov’. Selected genomic loci were visualized with R
package Sushi (version 1.18.0)98 function ‘plotBedgraph’. Genome-wide uploadable bigWig files were generated with UCSC tools
(version 329)99 ‘bedGraphToBigWig'.

Software As above

Flow Cytometry

Plots

Confirm that:
X, The axis labels state the marker and fluorochrome used (e.g. CD4-FITC).

X, The axis scales are clearly visible. Include numbers along axes only for bottom left plot of group (a 'group' is an analysis of identical markers).
All plots are contour plots with outliers or pseudocolor plots.

A numerical value for number of cells or percentage (with statistics) is provided.

Methodology

Sample preparation Flowcytometry analysis
Granta519-Cas9, JVM-2-Cas9 and PGA-1-Cas9 cells with control or LRmCherry2.1-EBF1-g7 were sorted 3 days post
transduction and cultured for 3 days (day 6). For each replicate, 5x105 cells were washed in 1X PBS and resuspended in 100
ul 1X Annexin V binding buffer (BD cat# 556454). 5 uL FITC-Annexin V (BD cat# 556420) was added and incubated in the dark
at room temperature for 15min. 400 uL of 1X Annexin V binding buffer containing 1:1000 TO-PRO3 (ThermoFisherScientific
cat# R37170) was added and immediately proceeded to Flow cytometry analysis on BD LSR Il. 1x106 Granta519 EBF1-FKBP-KI
clones 27 and 97 were treated with 125 nM dTAG for 0, 6 and 24 hours and stained with L/D Aqua (Invitrogen cat# L34957)
for 15 min at room temperature. Cells were washed with 1X PBS and then stained with 5 uL APC human anti-PD-L1
(BioLegend cat# 329708) in 100 pL 1X PBS for 15 min on ice before analysis on BD LSR II. Experiments were repeated three
times with 3-5 replicates per condition.

Instrument BD LSRI

Software BD FACSDiva 8.0.2

Cell population abundance 1,000,000 cells were measured per replicate.

Gating strategy FSC / SSC gating for cells and excluding debris. SSC-H / SSC-A gating for singlets. DAPI or L/D aqua negative for live cells.

mCherry + for gRNA-transfected cells. APC / FITC for apoptotic or dead cells.

Tick this box to confirm that a figure exemplifying the gating strategy is provided in the Supplementary Information.
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