
Supplemental Data 
 
 

 

  



 

 
Figure S1, related to Figure 1. Isolation of LSCs and analysis of ChIP-seq densities 
for histone modifications.  
(A) AML was induced by MLL-AF10 using a murine bone marrow transduction and transplantation 
protocol.  Survival of transplanted mice is indicated on the right.  
(B) Bar graph displays clonogenic cell frequencies, which correlate with LSC-depleted (c-kit-) or 
LSC-enriched (c-kit+) sub-populations shown in the FACs profiles. Error bars represent SEM. 
(C) Cytologic images demonstrate that the c-kit+ sub-population consists of progenitors while the 
c-kit- sub-population is comprised of differentiated cells. Scale bars represent 10 µm. 
(D) Single colonies generated from plated c-kit+ AML cells were transplanted into secondary 
recipient mice to confirm their leukemogenic potential (n=10). 
(E) Individual genes with ChIP-seq normalized read density signal encompassing the same 
genomic regions as in Figure 1 are plotted for H3K4me2, H3K27Ac, H3K27me3 and RNA Pol II.   
(F) M-A plots display the distribution (log2 difference) between ChIP density signals in each 
genomic region for various histone modifications in c-kit+ versus c-kit- cells. 



Table S1, related to Figure 1. Summary of ChIP-seq results for various histone 
modifications and RNA Pol II. 

 

 
  



 

 

 

Figure S2, related to Figure 2. Occupation of histone modifications and RNA Pol II 
on Hoxa and Meis1 genes.  
 
Normalized ChIP binding regions are displayed for the indicated histone modifications and RNA 
Pol II on the Hoxa and Meis1 genes in c-kit+ and c-kit- AML cells.  The y-axis scale represents 
normalized read density where c-kit+ and c-kit- cells for individual histone marks use the same 
scale. 
   



 
Figure S3, related to Figure 4. Expression of H3K4 methyltransferases and 
demethylases in AML subpopulations.  
 
(A, B) Bar graphs indicate transcript levels for MLL/SET1 family of histone lysine 4 
methyltransferases (A) and KDM5 family of histone lysine demethylases (B) in LSC-enriched (c-
kit+) and depleted (c-kit-) AML cell sub-populations (data extracted from Somervaille et al., 2009).   
(C) Plot indicates transcript levels for Kdm5b determined by RT-PCR in the indicated AML cell 
subpopulations.  Horizontal bars indicate mean. 
(D) Bar graph indicates transcript levels for Kdm5 gene family members in the indicated normal 
hematopoietic cells (data extracted from Somervaille et al., 2009). 
(E) Bar graph indicates Hoxa9 and Meis1 transcript levels in mouse MLL-AF10 leukemia cells 
following Kdm5b overexpression. 
(F) Bar graph indicates relative colony numbers generated by AML cells overexpressing wild type 
Kdm5b or a mutant lacking the demethylase domain.  *, p ≤ 0.01. 
(G) Western blot shows the level of global H3K4me3 for cells used in (E).  
(H) Western blot shows the levels of indicated histone modifications in MLL-AF10 cells 
overexpressing Kdm5b compared with control empty vector (MT). 
(I) Western blot shows the level of H3K4me3 in E2A-HLF and E2A-PBX mouse immortalized cells 
overexpressing Kdm5b compared with control empty vector (MT).   
Errors bars represent SEM.    



 
 

Figure S4, related to Figure 6. Effect of KDM5B over-expression on HOXA9 and 
MEIS1 gene expression and H3K4me3 levels in human AML cell lines.  
 
(A) Images show colony morphologies of knockdown cells related to Figure 6C. Scale bars 
represent 20 µm.   
 (B) Bar graph shows clonogenic cell frequencies for human non-MLLr cell lines Kasumi-1 and 
HL-60 overexpressing KDM5B versus control empty vector (MT). 
(C) Images show colony morphologies of Kasumi-1 and HL-60 cells transduced with KDM5B 
overexpression or MT control vectors. Scale bars represent 20 µm. 
(D) Bar graphs indicate HOXA9 and MEIS1 transcript levels in human MLLr and non-MLLr cell 
lines following KDM5B overexpression. *, p ≤ 0.01 for KDM5B vs. MT control. 
(E) Bar graphs show results of ChIP assays for H3K4me3 levels near the TSS of HOXA9 and 
MEIS1 genes in the indicated human cell lines following KDM5B overexpression. *, p ≤ 0.01 for 
KDM5B vs. MT control.  
(F) Western blot shows H3K4me3 levels in human MLLr and K562 cell lines overexpressing 
KDM5B or empty control vector (MT).  Error bars represent SEM. 



Supplemental Experimental Procedures 

 

Primer sequences used in ChIP analyses. 

 

   



Primer sequences used in qRT-PCR analyses. 

 

 


