
Supplementary Information: 
 
Materials and Methods: 

Cell Viability Assay: To analyze the effects of AZA on cell viability, 96-well plates were 
seeded with ASXL1 mutant and corrected KBM5 cells at a density of 10 000 cells/well and 
treated with 1 µM or 5 µM of AZA daily on days 0-4 (0-72 hours). Viability was assessed by 
the addition of Cell Titer Blue (Promega, Madison, WI, USA) on day 5 (96 hours). 
Fluorescence was measured using the Fluostar Omega Microplate reader (BMG Labtech, 
Cary, NC, USA). To analyze the effects of VEN on apoptosis and growth arrest, 96-well 
plates were seeded with ASXL1 mutant and corrected KBM5 cells at a density of 10 000 
cells/well and treated on day 0 (0 hours) at 50% dose reductions with concentrations ranging 
from 1280 nM to 10 nM. Viability was assessed by the addition of Cell Titer Blue (Promega) 
on day 2 (48 hours). Fluorescence was measured using the Fluostar Omega Microplate reader 
(BMG Labtech). 

Quantitative real-time PCR: Total RNA was reverse transcribed using the Superscript Vilo 
cDNA synthesis kit (Thermo Fisher Scientific, Cat No. 11754-050), according to the 
manufacturer’s instructions. cDNA was amplified using SsoFast EvaGreen Supermix (Bio-
Rad, Hercules, CA, USA, Cat No. 1725201). Real time PCR was performed using gene 
specific primers for CD14, BCL2, and MCL1. (CD14 Forward Primer: 5’ – TCT CTG TCC 
CCA CAA GTT CC – 3’, CD14 Reverse Primer: 5’ – CCC GTC CAG TGT CAG GTT ATC 
– 3’, BCL2 Forward Primer: 5’ – GCTACC GTC GTG ACT TCG C-3’, BCL2 Reverse 
Primer: 5’- CCC CAC CGA ACT CAA AGA AGG - 3’. MCL1 Forward Primer: 5’- ATG 
CTT CGG AAA CTG GAC AT - 3’, MCL1 Reverse Primer: 5’- TCC TGA TGC CAC CTT 
CTA GG - 3’, GAPDH Forward Primer: 5’ – CGACCACTTTGTCAAGCTCA – 3’, GAPDH 
Reverse Primer: 5’ – CCCTGTTGCTGTAGCCAAAT – 3’). mRNA levels were normalized 
against GAPDH mRNA and the amounts of respective mRNA relative to control were 
calculated using the DDCT method. Relative mRNA expression was demonstrated as fold 
expression over the average of control gene expression. The fold change in control treatment 
was assumed to be 1. Values were presented as + SEM. Statistical analysis was conducted 
using Graph Pad Prism (Version 8.4.2). P values < 0.05 were considered statistically 
significant. 

Western blot analysis: The lysates were centrifuged and the supernatants were collected. 
Protein concentrations were measured using the Pierce BCA Protein Assay kit (Thermo 
Fisher Scientific, Ref 23227). Protein samples were mixed with sample loading buffer, 
denatured for 5 min at 95C, resolved on 4-15% SDS – Mini Protein TGC precast gels (Bio-
Rad, Cat No. 456-1083), and transferred to Nitrocellulose Membrane 0.45 uM (Bio-Rad, Cat 
No. 1620115) by LI-COR western blotting (LI-COR Biosciences, Lincoln, NE, USA). 
Membranes were incubated in the following primary antibodies: BCL-2 mouse monoclonal 
antibody (Santa Cruz Biotechnology, Dallas, TX, USA, Cat No. sc-509) and BCL-XL rabbit 
monoclonal antibody (Cell Signaling Technology, Danvers, MA, USA, Cat No. 2762) and 
normalized to b-Actin goat monoclonal antibody (LifeSpan Biosciencs, Inc., Seattle, WA, 
USA, Cat No. LS-B15553-50). Proteins of interest were detected using IRDye 800CW Goat 
anti-Rabbit (926 32211, Lot No. C90220-05), IRDye 800CW Goat anti-Mouse (925-32210, 
Lot No C90130-03), and IRDye 680RD Donkey anti-Goat (925-68074, Lot No. C90819-04) 
secondary antibodies (LI-COR) on a LI-COR Odyssey Fc Imaging System.  

 



 

 
 
Supplementary Table 1: Gene pathways that are associated with ATAC-sequencing peaks 
in the ASXL1 mutant cells.  
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Supplementary Figure 1: Correction of ASXL1 mutation leads to increase in myeloid 
differentiation markers: Flow cytometry demonstrates increased mean fluorescence intensity of 
three myeloid surface markers, CD11b, CD14, and CD15, in the corrected cell line compared to the 
ASXL1G710X mutant cells (Means +/- Stdev, Ttest<0.05, N=3)
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Supplementary Figure 2: Correction of ASXL1 mutation leads to decrease in S and G2/M cell 
cycling: Flow cytometry demonstrates decreased proportion of cells in S phase of cell cycle in the 

corrected cell line compared to the ASXL1G710X mutant cells (C). Representative plots are shown 

(A,B). (Ttest<0.05, N=2)
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Supplementary Figure 3: Treatment with Azacytidine leads to increase in myeloid 
differentiation markers: Flow cytometry demonstrates increased mean fluorescence intensity of 
myeloid surface markers, CD11b and CD14, after treatment with Azacytidine in the corrected cell line 
and the ASXL1G710X mutant cells (Means +/- Stdev, Ttest<0.05, N=3)
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