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Introduction Results
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A. Dose dependent induction of cell death by fadraciclib A. Fadraciclib inhibited CDK2 activity. - N aji N amos N
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nexus role in the pathogenesis of RT. As a transcription factor, Myc activation has a 2 ICs, % R—— L R PO A S S A A A S A
profound effect on cell survival, proliferation, adhesion and metabolism. Because of = 50— 0'§5°M 3 s0- — SU-DHL-2 0.7 total RB R il Eadraciclib. % of IC
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target for therapy toward RT. 2 ! total NPM ettt * Cells were incubated with 25%, 50% and 100% of IC50 concentrations of fadraciclib for
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Fadraciclib (CYCO065) is a second-generation CDK inhibitor with s_ele.c’g\_/e potency 00501 02 04 08 16 3.2 01 03 1 3 cin + Cell cycle status was determined by Click-iT™ Plus EdU assay.
toward CDK2 and CDK9. We have shown previously that by inhibiting CDK9- Fadraciclib, uM Fadraciclib, uM . DNA were stained with 7-AAD.

mediated transcription, fadraciclib reduced expression of the short-lived anti-
apoptotic protein Mcl-1 to initiate apoptosis in primary CLL cells.

e Fadraciclib reduced S-phase population and arrested cells at G1.

« RBand NPM are CDK2 substrates that regulate cell cycle progression.
 Reduced phosphorylation of both RB and NPM indicated inhibition of CDK2 activity
by fadraciclib.

e Cells were incubated with increasing concentrations of fadraciclib.
* Viabilities were measured at 24h by Annexin V/PI staining.

* Like Mcl-1, Myc is a quintessential example of an oncoprotein with rapid turnover in * The HPRT1 cells were more sensitive to fadraciclib than the primary CLL cells.

both its MRNA and protein, therefore a promising target of CDK9 inhibition. Mcl-1 is essential for the survival of the HPRT1 cells

° We proposed that fadraciclib would target both the survival and proliferation B. Inhibition of CD.K9 by fadraciclib reduced _RNA Pol Il activity and "'_°"f5 3 6 24
pathways of RT pathogenesis through collaborative inhibition of Mcl-1, Myc decreased protein levels of Mcl-1 and Myc in the HPRT1 cells. B. Fadraciclib inhibited cell proliferation. SIRNA Ctrl Mcl-1 Ctrl Mcl-1 Ctrl Mcl-1 Ctrl Mcl-1
and CDK2.
4h 24 h PARP
Fadraciclib,yM 0 04 08 0 04 0.3 . Mcl-1
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g o O 75 : EEC[;:_IL , 8';; Specific knocking down of Mcl-1 by siRNA induced apoptosis in the HPRT1 cells.
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Inhibit t l - block cell cycle y uSurvival 100 49 34 100 26 14 Fadraciclib, M Fadracicib, uM 1. By |nh|b!t|ng both_CDK9 ar!d CDK2, fadramchb blocked cell prollfgratlon and induced
NRIDIE transcription progression CDK7/cyclin H 193 apoptosis, both in the Richter cell line HPRT1, as well as in Myc dependent
1 l lymphoma cell lines.
YMcl-1 M CDK4/cyclin D 232 * HPRT1 cells were incubated with fadraciclib at 0.4 and 0.8 mM for 4 and 24h.
ye CDKA1/cvelin B 578 * Viabilities were measured by Annexin V/Pl staining. Cells were seeded on 96-well plates with increasing conc. of fadraciclib. 2. These data provide rationale for investigation of clinical trial of fadraciclib in Richter
\ / \ y * Inhibition of RNA Pol Il phosphorylation on Ser-2 sites in its C-terminal domain was * Cell proliferation was measured by the CellTiter-Glo 2.0 kit after 3 days. transformation of CLL and in lymphoma.
_ i vl'f " Cdke6/cyclin D > 10,000 shown by immunoblotting.
apoptosis INNIDIT proliteration  Fadraciclib reduced both Mcl-1 and Myc protein levels.
 PARP cleavage indicated initiation of apoptosis in the cell. References
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* mRNA levels of Mcl-1 and Myc were measured by real-time RT-PCR.
e Similar results were observed in the lymphoma cell lines (not shown). * CHRONIC LYMPHOCYTIC LEUKEMIA ®
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