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Figure 4. EZH2 mutational status is associated with sensitivity to BAY 1238097 and both JQ1 and BAY
1238097 decrease BRD4 binding to EZH2 promoter region. (A) EZH2 mutation in GCB-DLBCL was
associated with higher sensitivity to BAY 1238097. Box-plots present the distribution of IC50 values in ten EZH2
wild-type vs. seven mutated GCB cell lines. (B) EZH2 signature from follicular lymphomas with or without EZH2
mutation was associated with higher sensitivity in GCB-DLBCL cell lines. (C) Decreased BRD4 binding to the
upstream regulatory regions of EZH2 in HBL1 ABC-DLBCL cells following treatment with JQ1: ChIP-Seq reads
at the EZH2 gene locus showing BRD4 binding in HBL1 ABC-DLBCL cells exposed to DMSO (blue) or 500 nM
JQ1 (red) for 3 hours. The red and blue tracks have been overlaid to better show the reduction in BRD4 binding
after JQ1 exposure. The lower panel shows the EZH2 gene structure. (D) Decreased BRD4 binding to the
upstream regulatory regions of EZH2 in DOHH-2 GCB-DLBCL cells following treatment with BAY 1238097 (500
nM for 3 hours). Cells were fixed with formaldehyde and subjected to the Chromatin Immunoprecipitation (ChIP)
assay. Anti-IgG served as a negative control for the ChIP assay. Quantitative real-time PCR showed the
enrichment of BRD4 binding in the upstream regulatory regions of EZH2, which decreased following treatment
with BAY 1238097. Amplification of the centromeric human alpha satellite sequence served as a negative
control. For each primer set, results were normalized to total input chromatin DNA samples.
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Figure 5. BAY 1238097 shows in vitro synergism with EZH2 inhibitors with a decrease in EZH2 protein
levels and H3K27me3. BAY 1238097 was tested in combination with the EZH2 inhibitor DZNep (A) or with
GSK126 (B) in EZH2 mutant and EZH2 wild-type GCB-DLBCL cell lines. In each box-plot, the line in the middle
of the box represents the median and the box extends from the 25th to the 75th percentile (interquartile range,
1Q); the whiskers extend to the upper and lower adjacent values (i.e., £1.5 IQ); outside values have been
omitted from the figure. Y-axis: combination index (Cl) values (<0.3, strong synergism; 0.3-0.9, synergism; 0.9-
1.1, additive effect; > 1.1, no benefit/antagonism. (C) Four GCB-DLBCL cells lines (1 wild-type, 3 mutated
EZH?2) were treated with 500 nM BAY 1238097 or with an EZH2 inhibitor (DZNep and GSK126, both used at the
concentration of 500 nM) as single agents and combination for 72 hours. The arrow indicates the EZH2 correct
band. DMSO alone was added as negative control cells. Membranes were hybridized with antibodies against

EZH2, H3K27me3, histone H3 and GAPDH.
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Figure 6. BAY 1238097 shows in vitro synergism with the mTOR inhibitor everolimus. (A) BAY 1238097
was tested in combination with the mTOR inhibitor everolimus in ABC-DLBCL and GCB-DLBCL cell lines. (B)
Two GCB-DLBCL cell lines were treated with 500 nM BAY 1238097 or with 100 nM everolimus as single agents
and in combination for 72 hours. Untreated cells and DMSO-treated cells were added as negative controls.
Membranes were hybridized with antibodies against phospho-mTOR, phospho-AKT, AKT, or GAPDH. Y-axis:
combination index (Cl) values (<0.3, strong synergism; 0.3-0.9, synergism; 0.9-1.1, additive effect; > 1.1, no
benefit/antagonism). In each box-plot, the line in the middle of the box represents the median and the box
extends from the 25th to the 75" percentile (interquartile range, 1Q); the whiskers extend to the upper and lower
adjacent values (i.e., 1.5 1Q) and outside values have been omitted from the figure.
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