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METHODS

In vitro Study. We Iinvestigated the In Vvitro
effects of RIGO combined with AZA on two cell
lines: AML (BW90), MDS (MDS-L) cells and pt
bone marrow samples obtained prior and after 1
cycle of AZA and RIG. MDS-L and BW90 cells
were Initially primed in serum-free StemLinell
(Sigma-Aldrich) media overnight and treated with
AZA, RIGO, AZA/RIGO or RIGO/AZA for 48 hrs.

Q-PCR assay. Total RNA was extracted from
AZA or RIGO treated MDS-L and BW-90 cells
and pts BM samples, c-DNA was prepared and
Q-PCR assays were performed wusing Sybre

compared to AZA.
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Flow cytometry reveals the existence of different levels (Lo-low
and Hi-high) of histone H3 lysine-4, lysine-27 methylation
(H3K4me2, H3K4me3, H3K27me2 and H3K4me3) and histone
K3 lysine-18 and lysine-9 acetylation (H3K18ac and H3K9ac)
following treatments with AZA, RIGO, AZA/RIGO and RIGO/AZA.

Recruitment of RNA Polymerase Il (Pol Il) on altered histone
marks. Pol Il is recruited on the promoters of the protein-coding
genes. The alteration of H3K4me2 and H3K4me3 showed
reduced Pol Il occupancy as compared to control in MDS.
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patients treated with 1 cycle of AZA and RIGO
transcripts levels of CD34

and apoptosis.
Pt1

Pt2
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post-translational modifications (PTMs)
levels in MDS patients-BM prior and after 1

cycle of AZA and RIGO treatments. Flow cytometry analysis
revealed altered histone post translational modifications in

e These epigenetic changes may
reverse clinical epigenetic
resistance and l|lead to enhances
hematopoietic function and
response in the clinical setting.

e These preclinical models suggest
potential novel clinical strategies to
Improve outcomes for patients with
higher-risk MDS.
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from MDS-L and BW-90 cells after treatment with I — T S ———— B-2C1i1
various drugs either alone or in combination for Class | HDACS Class lib HDACS

48 hrs. Total cellular proteins were separated by
SDS-PAGE and transferred by iBlot (Invitrogen).
The Western-blot membranes were probed with
MmADbs against proteins from AKT, Cell cycle,
Cdc25 signaling pathway and -actin; Cell
Signaling Technology) and developed using a
chemiluminescence as per manufacturer’s
Instructions.
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Western blot analysis revealed that RIGO alone or in
combination with AZA were more effective in downregulating
AKT signaling and cell-cycle related proteins.

Effects of RIGO on global histone post-transiational
modifications in MDS-L cells. Flow cytometry reveals the
existence of different levels (LO-low and HI-high) of histone H3
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Fold change in expression levels of HDACs gene and DNMT1
In MDS-L (2A) Relative transcript levels of HDACs (Class I-
HDAC, Il and IV) and DNMT1 were calculated by SYBR Green

Q-PCR.

A relative mean normalized fold change in mMRNA expression
from each treatment conditions were normalized with the
expression of these same genes in control cells. N=3-5

On each row, the bar graph shows quantification of the
percentage of MDS-L cells representing LO and HI distribution
of various histone marks treated with CMAs either alone or In
combination for 48 hrs. Two-way ANOVA P<0.0001.
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