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Additional Figures and Tables

Additional Figures
Additional Figure 1 
Picture of N2a cells growing in DMEM medium 3 days after NPM1 KD. Cells depleted of NPM1 (KD) consume less culture medium (pink medium) compared to control cells (yellow medium).

Additional Figure 2
A) Immunoblot of the two biological replicates used for the H3K79me2 ChIP-seq showing reduction of NPM1 (KD) and concomitant upregulation of H3K79me2. GAPDH immunoblot was used as normalization control.
B) Venn diagram depicting the intersection of H3K79me2 peaks in control (CTR) and NPM1 KD in N2a cells.
C) Heatmap of H3K79me2 enrichment at the indicated genes (top) in Control (CTR), NPM1 KD, and NPM1 KD/CTR conditions clustered into regions found 1 Kb up-/down-stream of scaled regions. Data is normalized by sequencing depth and input control (CTR/Input, NPM1 KD/Input, NPM1 KD/CTR). The metaprofiles show the log2(Fold Change) (LFC) of each gene. The scale corresponds to the log2(ChIP/Input) for Control and NPM1 KD and to log2(ChIP NPM1 KD/ChIP CTR) for NPM1 KD/CTR.

Additional Figure 3. 
A), B) and C) Modified Integrative Genome Viewer (IGV) snapshot depicting the normalized H3K79me2 levels (Log2(H3K79me2 ChIP/Input)) at Ezh1, Kdm3a and Ctcf gene in control (blue) or upon NPM1 KD (light blue) cells, and the H3K79me2 signal ratio between NPM1 depletion and control (NPM1 KD/CTR, brown). The exact positions of the genes within the genome are indicated on the bottom. Coverage is auto-scaled to fit the window.
D) ChIP-qPCR analysis of H3K79me2 enrichment at selected target genes in N2a cells control (CTR) or upon knockdown of NPM1 (KD). H3K79me2 enrichment at the promoter of the indicated genes is expressed as percentage of input. Only one biological analysis was performed to confirm the ChIPseq analysis. 

Additional Figure 4.
A) Individual data points plot showing the expression of the indicated genes upon NPM1 depletion (NPM1 KD) in N2a cells. GAPDH was used as reference gene for normalization. Values are expressed as Fold Change (FC) over control (CTR). Statistical analysis was performed on n=6 biological replicates using a unpaired two tailed Student's t-test; *p < 0.05, **p < 0.01.
B) ChIP-qPCR analysis of H3K4me3 enrichment at remodeling target genes in N2a cells CTR or upon knockdown of NPM1 KD. H3K4me3 enrichment at the promoter of the indicated genes is expressed as percentage of input and it is average between three biological replicates (n=3). Statistical analysis was performed using an unpaired one tailed Student's t-test: *p < 0.05, **p < 0.01. 
C) Representative ChIP-qPCR analysis of H3K27me3 enrichment at DNA satellites in N2a cells CTR or upon knockdown of NPM1 KD. H3K27me3 enrichment at the indicated target genes is expressed as percentage of input. Three biological replicates were performed (n=3).

Additional Figure 5.
A) and B) Modified Integrative Genome Viewer (IGV) snapshot depicting the normalized H3K79me2 levels (Log2(H3K79me2 ChIP/Input)) at Npm1 and Dot1l genes in control (blue) or upon NPM1 KD (light blue) cells, and the H3K79me2 signal ratio between NPM1 depletion and control (NPM1 KD/Control, brown). The exact positions of the genes within the genome are indicated on the bottom. Coverage is auto-scaled to fit the window.
C) Confocal immunofluorescence of N2a cells showing NPM1 distribution in control transfected cells (GFP) or cells overexpressing DOT1L (DOT1L OE). (Scale bar 10µm).
D) Confocal immunofluorescence of N2a cells showing Npm1 localization in DMSO treated cells (CTR) or cells treated with the DOT1L inhibitor EPZ. (Scale bar 10µm).

Additional Figure 6.
A) Representative ChIP-qPCR analysis of DOT1L overexpressed in N2a cells. DOT1L enrichment (FLAG) at the promoter of the indicated genes is expressed as percentage of input. Two biological replicates were performed (n=2). 
B) Individual data points plot showing the expression of the indicated genes upon DOT1L overexpression (OE) in N2a cells. GAPDH was used as reference gene for normalization. Values are expressed as Fold Change (FC) over control (CTR). Statistical analysis was performed on n=3 biological replicates using a unpaired two tailed Student's t-test; *p < 0.05, **p < 0.01.

Additional Figure 7.
Individual data points plot showing the expression of the indicated DNA satellite repeats upon NPM1 depletion (KD), EPZ treatment (EPZ) or EPZ treatment of NPM1 KD N2a cells (KD+EPZ). GAPDH was used as reference gene for normalization. Statistical analysis was performed on n=6 biological replicates using a unpaired two tailed Student's t-test; *p < 0.05, **p < 0.01.

Additional Figure 8.
Confocal immunofluorescence of N2a nuclei after 3 days of NPM1 knockdown (NPM1 KD) with EPZ or DMSO as control treatment using H3K79me2 antibody. Note that KD cells have increase H3K79me2 levels. EPZ treatment decreases H3K79me2 staining intensity. Scale bars as indicated in the figure.

Additional Table 1
List of genes with differential enrichment of H3K79me2 upon NPM1 KD
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Additional Table 2
List of primers used

	Target
	Purpose
	Forward Sequence (5´- 3´)

	gamma satellite (gSat)
	ChIP/RT
	F: GACGACTTGAAAAATGACGAAATC

	
	ChIP/RT
	R: CATATTCCAGGTCCTTCAGTGTGC

	major satellite (mSat)
	ChIP/RT
	F: GACGACTTGAAAAATGACGAAATC

	
	ChIP/RT
	R: CATATTCCAGGTCCTTCAGTGTGC

	IAP
	ChIP/RT
	F: AAGCAGCAATCACCCACTTTGG

	
	ChIP/RT
	R: CAATCATTAGATGTGGCTGCCAAG

	LINE
	ChIP/RT
	F: GACATAGACTAACAAACTGGCTACACAAAC

	
	ChIP/RT
	R: GGTAGTGTCTATCTTTTTCTCTGAGATGAG

	MERVL
	ChIP/RT
	F: TTCTTCTAGACCTGTAACCAGACTCA

	
	ChIP/RT
	R: TCCTTAGTAGTGTAGCGAATTTCCTC

	ETN
	ChIP/RT
	F: GTGGTATCTCAGGAGGAGTGCC

	
	ChIP/RT
	R: GGGCAGCTCCTCTATCTGAGTG

	Dot1l
	RT
	F: CGAGCCCGCCGTCTAC

	
	RT
	R: GTCTCAATAATCTCATGAGCAGC

	Npm1
	RT
	F: CACCAGTTGTCATTAAGAACGGT

	
	RT
	R: GACTGCCTTCATAGTTCATTGCT

	Ezh1
	RT
	F: TGAAATCTGAGTATATGCGGC

	
	RT
	R: AGATATCCTGGCTGTCGAAC

	Ezh2
	RT
	F: GCCAGACTGGGAAGAAATCTG

	
	RT
	R: TGTGCTGGAAAATCCAAGTCA

	Ctcf
	RT
	F: GTGGAGACACTAGAGCAGGG

	
	RT
	R: CTCTGCATTAACCTCAGACAGC

	Kdm3a
	RT
	F: GCCTTCCAGGTTTGATGATCTG

	
	RT
	R: TGCCATCTCGCCTGGTGTA

	Gapdh
	RT
	F: CGGCCGCATCTTCTTGTG

	
	RT
	R: TGACCAGGCGCCCAATAC

	Dot1l
	ChIP
	F: GGGGAAGCAAGCCGTAAAGA

	
	ChIP
	R: CAAGTTGGGGAGGAAAGGGTT

	Npm1
	ChIP
	F: TGACAGCGGCCCTAATCTTTT

	
	ChIP
	R: TCTGACACGTCTCTGGAGTCT

	Ezh1
	ChIP
	F: TTTCTGGGAATTCTGGGGACG

	
	ChIP
	R: CGGCACCTCCTCAACATTTTG

	Ezh2
	ChIP
	F: TCACCCCATGTTTTCTCAGCA

	
	ChIP
	R: GGTTGGGCTGCGTACTGTATA

	Ctcf
	ChIP
	F: CCCTCGGGTTGTTGtttgttt

	
	ChIP
	R: CTGAGATGGCCTGGGTTCAAT

	Kdm3a
	ChIP
	F: TCAACTGTCCCGTTACCAAGG

	
	ChIP
	R: CTGTTTCCCACACCGACGTTA
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