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thereby pattern of epi gene silencing of TSGs in cancer cells were treated with the indicated concentrations of $1036 for 24 $1036 for 48 hours. Following this, the percentages of apoptotic cells were determined by flow
hours. Genomic DNA was isolated and treated with sodium bisulfte. g this, the p 9 Pop Y Figure 6. Combined treatment with $1036 and panobinostat induces greater depletion of DNMT1 and EZH2 and synergistic anti-
cells. DNA methylannn by DNMTs also recruits HDAC activity to the promoters of silenced Methylation specific PCR was done for the ERa and JunB promoter. cytometry. D. K562 cells were treated with the indicated concentrations of S1036 for 48 hours. Then leukemia effects in CML and AML cells. A. K562 cell treated with the indicated tratic F S110 1036 and binostat f
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deacetylases HDAC1 and HDAC2. Treatment with the antisense oligonucleotides against and of colony growth for each treatment was compared to untreated control cells. ours. Cell lysates were prepared and immunoblot analysis was done for ' an . The expression levels of f actin in the
DNMT1 was demonstrated to cause cell cycle arrest in the S-phase of the cell cycle and ysates served as the loading control. B. K562 cells were treated with the indicated concentrations of $1036 and/or panobinostat for 48 hours.

Atthe end of treatment, cells were harvested and percentage of apoptotic cells were determined by flow cytometry. Columns, mean of three

inhibited DNA replication with loss of DNMT1 at the replication fork. Although
nhibitef replication with loss o at the replication forl ough_genes experiments; bars, standard error of the mean. C. K562 cells were treated with S1036 and Panobinostat at a constant ratio for 48 hours. The

methylated in cancer cells are packaged with nucleosomes containing the 3Me H3K27 mark,

Hlonced by 3Me H3K27 have baen shown to be independent of b percentages of apoptotic cells were determined by flow cytometry and median dose effect analysis was performed using CALCUSYN.
BNA methylation, thus highlighting that 3Ma H3K27 could potentially b an Indspendant . . o2 Combination indices under 1.0 represent synergism of the two agents in the CML-BC cells. D. HL-60 cells were treated with the indicated
mechanism for silencing TSGs. Consistent with this, DNA methylation and transcriptional . — g & of $1036 and/or for 24 hours. Cell lysates were prepared and immunoblot analysis was done for DNMT1, EZH2
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Figure 1. The DNMT-1 inhibitor $110 and $1036 induce JunB expression in AML and CML -
cells. A. K562 and OCI-AML3 cells were treated with the indicated concentrations of $110 for 16 was done. B. Primary AML cells were Ireated with the indicated concentrations of $1036

andior panobinostat for 48 hours. Loss of viability for each condition was determined by
trypan blue dye uptake in a hemocytometer and compared to that of untreated cells. C.
Primary AML cells were treated with S110 and/or panobinostat as indicated. Loss of viabilty
was determined for each condition by trypan blue dye uptake and compared to that of
untreated control cells. D. Normal CD34 + cells from healthy donors were treated with S110
and panobinostat for 48 hours. Loss of viability was determined as stated above and each
condition was compared to that of untreated control cells.

hours. Then, total RNA was isolated and RT-PCR was done for JunB. A B-actin specific PCR and
expression levels served as the loading control. B. K562, OCI-AML3 and HL-60 cells were treated
with the indicated concentrations of $1036 for 16 hours. Total RNA was extracted and RT-PCR
was done for JunB or p16 (HL-60). A B-actin specific PCR reaction and expression levels served
to control for equal loading.
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