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— Abstract Synergistic Induction of Cell Death By BET and CDK9 Inhibition
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2 : : ' A. Representative brightfield images of cells at the time of plating and at the
P o 80— ' ‘ 72h readout, including DAPI, Caspase 3/7, and TO-PRO-3 staining. Scale bar = 250 nm.
g o : ) B. Quantification of TO-PRO-3 staining area per object. ZEN3694 decreased TO-PRO-3
© :: . i . staining relative to the control (P < 0.05), while the combination of SLS009 and ZEN3694
= ‘ increased TO-PRO-3 staining compared to the control and single agents (p < 0.001).
Q40+ C. Quantifif:at.ion of Caspase 3/7 staining area per object. Combination of SLSOO9 and
B C CDKO9 Inhibition < ZEN3694 similarly increased Caspase 3/7 Staining compared to control and single agents
a — _ o - (p < 0.001). D. Bliss indigendence synergy gnalysis demonstrated a mean synergy score
coke ]P_TEFb : 5 O of 24.05 (p = 6.42 x 107°°) and E. Highest Smg_lsoAgent (HSA) synergy analysis demonstrated
/ ﬁ + 0- a mean synergy score Qf 2.1.12 (p = 6.88 X 10 ).1 44hr a.fter treatment. Synergy scores
. >10 are considered indicative of synergistic drug interactions.
Rpb1 - Ctrl  ZEN3694 SLS009 Combo  + Ctrl
Conclusions
Decrease recruitment of Decrease phosphorylation 5 — 5 — 5 — Figure 4. Disruption of MYC RNA This study demonstrates that dual BET and CDK9 inhibition with
PTEFb .cor.npl.e)f :.:mc.i of Pol II.—>I.Decreased | A e ZEN3694 B " SLS009 C " ZEN3694 + SLS009 Trgsncription. K)AYC RNA ZEN3694yand SLS009 induces greater apoptosis and necrosis
transcription initiation transcription elongation qg’) ;"Tprgséséogtvéafqujggtfed by than either agent alone, with synergistic activity. The combination
N | g o o o an c? 48hr following treatment zustaln?d supplressuéntof MYQ,{RN'A" c(:jc_)mpatr_ed V\lgth tS|.ngle algepts,
Transcriptional Pausing =5 - : with ZEN3694 (A), SLS009 (B), or uggesting prolongea transcrip |on§ ISrupton. rc? elin ana y.SIS
~y E = the combination (C). Between 6-24h further showed decrea§ed expression of lth.e shortl-llved.protelns
N:%v\ @ o3 MYC RNA is most strongly MYC and MCL-1, consistent with transcriptional disruption. The
> d oL = o s . . iﬁ‘;}"g;;%uﬁ\t(eg :Xpt:‘ez gizr:?;“rﬁ:ﬁ:gd combination also demonstrated on-target activity through
ShortHalf LifemRNA |} OncogenicExpression  SyntheticLethality ~ Apoptosis @ downregulated at 48hr, expression deC_reased RNA Pol Il phosphorylation. N_Otablya these_ effects were
£ ./.\‘___./. began to rebound, indicating the achieved using ZEN3694 at a concentration substar_mtlally below
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Figure 2. Schematic representation of 3D cell culture assays used. A
MY C-amplified PCO (copy number 35) was treated with ZEN3694 (500 nM),
SLS009 (200 nM), or the combination. Apoptosis and necrosis were assessed
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MYC expression by gqPCR. Protein was isolated at 24 h to evaluate MYC and group and combination group decreased .MCL-1 expression (p < 0.001) (B). Both SLS009 and th_e combination treatment de_mo§trated on target activity as indicated by SR
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