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Abstract: Two key features of myeloma cells are the deregulation of the cell cycle and the
dependency on the expression of the BCL2 family of anti-apoptotic proteins. The cell
division cycle 7 (CDC7) is an essential S-phase kinase and emerging CDC7 inhibitors are
effective in a variety of preclinical cancer models. These compounds also inhibit CDK9
which is relevant for MCL-1 expression. The activity and mechanism of action of the dual
CDC7/CDK9 inhibitor PHA-767491 was assessed in a panel of multiple myeloma cell
lines, in primary samples from patients, in the presence of stromal cells and in combination
with drugs used in current chemotherapeutic regimens. We report that in all conditions
myeloma cells undergo cell death upon PHA-767491 treatment and we report an overall
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additive effect with melphalan, bortezomib and doxorubicin, thus supporting further
assessment of targeting CDC7 and CDK9 in multiple myeloma.

Keywords: apoptosis; BCL2-family; DNA replication; multiple myeloma; kinase inhibitor;
cell cycle

1. Introduction

Myeloma is a post-germinal B-cell malignancy and the second most common hematological
cancer [1]. Despite the use of high dose chemotherapy, autologous stem cell transplantation as well as
the recent introduction of immunomodulatory agents and proteasome inhibitors, patients with
myeloma have poor outcomes overall, at best only 40% of patients achieve a complete remission and
almost all patients eventually relapse and die of their disease [1].

It is generally accepted that the unifying event in myelomagenesis is direct or indirect deregulation
of cyclin D, an important mediator of cell cycle control, via non-random primary translocations
involving the IgH/L loci [2]. In keeping with the low-proliferation index at diagnosis, deregulated
cyclin D alone is insufficient for transformation. Rather, transformation also requires further alteration
in known oncogenic drivers (MYC, RAS, P53) or aberrant coactivation and mutually exclusive pairing
of G1 cyclin-dependent-kinases (CDKs) -CDK4-cyclin D1 and CDK6-cyclin D2- to occur [2,3]. This
leads to a more proliferative and clinically resistant clone where the over-expression of numerous cell
cycle and proliferation-related genes can be observed by gene expression profiling (GEP) [4].
Importantly, the patients stratified on the basis of this proliferation signature display the worst overall
survival and time to progression [4,5]. These characteristics prompted the investigation of the response
of myeloma cells to a range of small molecule CDKSs inhibitors. These inhibitors have different
specificities, usually targeting various combinations of CDKs [6—10].

The hyper-activation of G1 CDKs can drive cells to transit into S phase and initiate DNA replication
from multiple origins that are spread throughout chromosomes [11]. This requires the activity of the
cell division cycle 7 (CDC7) serine-threonine kinase. CDC?7 is directly involved in the activation of the
replicative DNA helicase, the minichromosome maintenance (MCM) complex and in the formation of
active replication forks [12,13]. CDC7 phosphorylates several subunits of the MCM complex.
Importantly, phosphorylation of MCM?2 at serine 40 is completely dependent on CDC?7 activity and
can be utilized as a specific biomarker of CDC7 activity [14]. CDC7 depletion by small interfering
RNA causes numerous tumor cell lines to enter apoptosis in a P53-independent manner while simply
arresting cell cycle progression in normal untransformed cells [15,16]. Furthermore, CDC7 depletion,
in contrast to replication fork blockade, does not cause a sustained activation of the DNA damage
response (DDR) which is a common feature of chemotherapeutics that target DNA replication [16].
These characteristics have led to the development of small molecule inhibitors of the CDC7 kinase
with the most advanced currently in phase I clinical studies [17,18].

PHA-767491 is the prototype CDC7 inhibitor and has been shown to have activity in many
preclinical cancer models [19]. As well as inhibiting CDC7 kinase this compound, similarly to the
more advanced compounds, also potently inhibits the cyclin dependent kinase 9 (CDK9) [19]. This
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cross-reactivity can be considered beneficial in the treatment of a number of hematological cancers.
CDKO9 phosphorylates RNA polymerase II (RNA Pol II) and affects the rate of transcription, leading to
the depletion in the pool of proteins with short half-lives [20,21]. Among these proteins, the
anti-apoptotic protein of the BCL2 family, myeloid cell leukemia-1 (MCL-1), has a critical survival
role in most malignant B-cells [10,21-23]. Moreover, high expression of MCL-1 and defects in the
P53 pathway are now known to be instrumental in inhibiting responsiveness to current and emerging
myeloma therapeutics [24,25]. In chronic lymphocytic leukemia (CLL) the cellular responses to the
dual CDC7-CDKO9 inhibitor PHA-767491 have been studied in some detail and it was observed that
these can be greatly influenced by the activation of signaling pathways that confer microenvironmental
drug resistance leading to either apoptosis or proliferation arrest [26].

In this study we assessed the activity of PHA-767491 in several cellular models of multiple
myeloma including established and primary cell lines and in a co-culture system that partially mimic
the bone marrow microenvironment and provides protection against chemotherapeutic drugs currently
used in the treatment of this disease [27-29]. In these contexts we find that the drug causes cell death
and has the potential to overcome the activation of survival signaling pathways.

2. Results and Discussion
2.1. Cellular Responses of Myeloma Cells to Dual CDC7/CDK9 Inhibitors

In order to understand how myeloma cells respond to CDC7/CDK9 dual inhibition, we initially
challenged a panel of human myeloma cell lines with the prototype CDC7/CDK9 inhibitor,
PHA-767491. This panel of myeloma cell lines includes the spectrum of primary non-random
translocations which are found in myeloma including P53 mutants (Table 1) [30]. Using an ATP-based
cell-viability assay, we found that cell viability was lost at low micromolar levels of PHA-767491 in all
cell lines with ICsy values spanning from 1 to 3.5 uM (Table 1). PHA-767491 is equally active in
myeloma cell lines shown to be more resistant to conventional agents including cell lines such as MM 1R
(dexamethasone), RPMI-8226-Dox40 (doxorubicin) and RPMI-8226-LRS (melphalan) (Table 1).

Table 1. Anti-proliferate activity of PHA-767491 in multiple myeloma cell lines with
diverse genetic and molecular features. The indicated established myeloma cell lines were
treated with increasing amount of PHA-767491. Cell viability was examined by CellTiter
Glo 48 h after drug treatment. The ICsy was calculated using GraphPad Prism.

. . . Copy Number | PHA-767491
Cell Line I° Translocation M-Spike P53 Status
(markers) IC50 (M)
KMS-18 t(4; 14) IgG lambda Not Known 1.2 (613) 1
Insertion IgH switch
U-266 IgE lambda Mutant [31,32] 1.1 (614) 1
element on 11q13
OCI-My5 t(14; 16) Not Known | WT and Mutant [33,34] 2.0 (406) 1.5
RPMI-8226-Dox40 t(14; 16) IgG lambda Mutant Not Known 2
RPMI-8226-LR5 t(14; 16) IgG lambda Deficient [32] Not Known 3.5
MMI1S t(14; 16) IgG lambda WT [32] 2.1(337) 2
MMIR t(14; 16) IgG lambda Not Known 2.2 (336)
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We then tested the activity of PHA-767491 against CD138+ purified primary tumor cells from three
myeloma patients who have relapsed after conventional or high-dose cytotoxic chemotherapy as well
as novel therapeutics such as immunomodulatory thalidomide derivatives and/or the proteasome
inhibitor bortezomib (Table 2). The three patients sampled also represent a cohort with poor prognostic
features. PHA-767491 was capable of killing these primary myeloma cells with an average ICs, value
of 2.3 uM (Table 2). To confirm that loss of ATP measured in the previous experiments was due to
cell death and not only to cell cycle arrest, Annexin V staining was performed on KMS-18 and MM1S
cells treated with increasing doses of PHA-767491. Twenty-four hours after treatment with active
concentrations of the drug most of both KMS-18 and MMI1S cells were Annexin V positive indicating
that the apoptotic machinery becomes activated in the response of myeloma cells to PHA-767491
(Figure 1A,B). To assess the specificity of PHA-767491 in killing multiple myeloma cells over
normal cells, purified mononuclear cells from two healthy donors were treated with increase doses of
PHA-767491. The compound was able to kill normal mononuclear cells, however the levels of apoptosis
were donor dependent and less than that observed in the multiple myeloma cell lines (Figure 1C,D).

Table 2. Anti-proliferate activity of PHA-767491 in multiple myeloma primary samples
with diverse genetic and molecular features. Primary myeloma tumor cells isolated from
patients were treated with increasing amount of PHA-767491. Cell viability was examined
by CellTiter Glo 48 h after drug treatment. The ICsy was calculated using GraphPad Prism.

Primary PHA-767491
Cyt ti ISS SMART Prior R
Sample ytogenetics m rior Rx 1C50 (uM)
GAL-MM-1 Tetraploid, 13q Stage 3 High Risk MPT/V/R/D 3
Clonal Evolution.
GAL-MM-2 On:‘( | IVIO 4‘)1 11 Stage3 | HighRisk | VMPT/ASCT 2
GAL-MM-3 t(4; 14) Stage 3 High Risk VRD/ASCT 1.9

2.2. PHA-767491 Modulates Biomarkers of CDC7 and CDK9 Activity

The reduction of Ser40 MCM2 phosphorylation is a sensitive pharmaco-dynamic marker of CDC7
inhibition [19,26,35]. KMS-18 myeloma cells were treated with 5 uM PHA-767491, collected at
different times and processed for immunoblotting using specific antibodies recognizing either total
MCM?2 protein or the CDC7 dependent phosphorylated species of MCM2. Consistent with direct
inhibition of CDC?7 kinase by PHA-767491, we observed that MCM2 phosphorylation at serine 40 was
reduced as early as one hour post-treatment, with a progressive loss at later time points (Figure 2). As a
marker of CDK9 inhibition, we measured cellular levels of phosphorylation of the carboxy-terminal
repeat domain (CTD) of RNA Pol II at serine 2 [20]. Upon treatment with PHA-767491, levels of
pSer2 RNA Pol II decreased together with that of pSer4d0 MCM2 (Figure 2). These data confirm that
PHA-767491 targets both CDC7 and CDK9 in KMS-18 cells.
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Figure 1. Anti-myeloma activity of PHA-767491. KMS-18 (A) and MMIS (B) were
treated with different doses of PHA-767491 for 24 h and apoptosis was analysed by flow
cytometry using AV staining. Data are presented as mean + standard deviation of two
independent repeats; (C,D) Purified mononuclear cells from two healthy donors were
treated with different doses of PHA-767491 for 24 h and apoptosis was analysed by flow
cytometry using AV staining. The M in the x axes defines Molarity.
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Figure 2. PHA-767491 inhibits both CDC7 and CDK9 in KMS-18 cells. KMS-18 myeloma
cells were incubated with 5 uM PHA-767491. Protein extracts were prepared at the
indicated time points and analyzed by immunoblotting using the indicated antibodies.
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2.3. MCL-1 Is Potently Downregulated Following PHA-767491 Treatment

We have previously shown that in CLL primary cells, PHA-767491 induces apoptosis through the
intrinsic pathway most likely by downregulating MCL-1 protein levels and that upregulation of
BCL-Xp, upon CDA40 stimulation can limit apoptotic cell death [26]. In order to gain a better
understanding of the molecular determinants of PHA-767491-induced apoptosis in myeloma cells, we
analysed the levels and dynamics of several pro- and anti-apoptotic proteins in both KMS-18 and
MMIS cells in a time course experiment after exposure to 5 uM PHA-767491. Samples were also
taken to assess DNA synthesis and levels of apoptosis by measuring the percentage of cells
incorporating the thymidine analogue EdU in their DNA and exposing phosphatidylserine on the outer
membrane respectively. The levels of pSer2 RNA Pol II decreased very rapidly following
PHA-767491 treatment in both cell lines (Figure 3A). PHA-767491 treatment also diminished the
levels of pSer40 albeit with slower kinetics compared to pSer2 RNA Pol II (Figure 3A). PHA-767491
induced a marked and rapid downregulation of MCL-1 proteins levels in KMS-18 which was rather
slow and less pronounced in MM1S at these early time points (Figure 3A). Downregulation of MCL-1
levels in KMS-18 correlated with a robust caspase-3 activation, PARP cleavage and loss of X-IAP.
Again, these events were less evident in MM1S, supporting a direct correlation between MCL-1
downregulation and caspase activation. Moreover, the appearance of AV" cells in both cell lines and a
complete chase of DNA synthesis were observed and these effects occurred faster and were more
pronounced in KMS-18 than in MMSI1 cells (Figure 3B,C), although at later time points the number of
apoptotic cells was equivalent for both cell lines. The percentage of AV" cells directly correlated with
the relative amount of cleaved PARP and cleaved caspase 3 detected in the extracts and inversely
correlated with the levels of anti-apoptotic protein MCL-1. The relative levels of the anti-apoptotic
protein BCL2 were higher in KMS-18 than MMI1S and did not change significantly during the time of
treatment (Figure 3A). Intriguingly the pro-apoptotic protein NOXA, that normally binds and counteracts
MCL-1 [36], was undetectable in MMIS cells and was downregulated in KMS-18 following
PHA-767491 treatment arguing against a role of NOXA in PHA-767491-induced apoptosis in
myeloma cells. Instead, the levels of BCL-X; were higher in MM1S than KMS-18 and were not
affected by the PHA-767491 treatment (Figure 3A). To better understand the mechanism(s) of action
of PHA-767491, the protein levels of BIM which together with NOXA represents the major binding
partner of MCL-1 [36], were analysed in both KMS-18 and MMIS cells in a time course experiment
after exposure to 5 uM PHA-767491. Again, PHA-767491 induced a marked downregulation of MCL-1
which was accompanied by an increase in AV" cells, however the protein levels of BIM were stable
with a slight decrease in KMS-18 at 9 h post-treatment probably due to the high levels of apoptosis
(Figure 4A). Importantly, the decrease in the MCL-1 protein levels were not a consequence of caspase
activation as inhibition of caspases by the broad spectrum caspase inhibitor QVD-OPH did not prevent
downregulation of MCL-1 although completely prevented phosphatidylserine exposure and PARP
cleavage (Figure 4B). Altogether these results suggest that the downregulation of MCL-1 contributes
to PHA-767491-induced apoptosis.
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Figure 3. Analysis of pro- and anti-apoptotic proteins in response to PHA-767491.
KMS-18 and MM1S myeloma cells were incubated with 5 uM PHA-767491 for the
indicated time. Protein extracts were prepared and analyzed by immunoblotting using the
indicated antibodies (A). In parallel samples, apoptosis (B) and DNA synthesis (C) were
analysed by flow cytometry using AV staining and EdU incorporation assay respectively.
Numbers in the gated regions represent the percentage of cells positive for either AV (B) or
EdU (C) staining.

A B
KMS-18 MM1S
0369 0369 Time(h) , KMS-18 MM1S (h)
- - RNA Pol Il
68.5 251
- - pSer2 RNAPol Il o /\ﬁﬁ /\ N 9
- MCM2 o 9.1 9.0 6
- 2 A _ 3
8.7 /\ 88
- e = pSerd40 MCM2 e e 0
1] 10 10 10' |l]ﬁ 0 iO: 103 10‘ |05
R ———w—w CASPASE-3 >
Annexin V
——
o UL S PARP C
ow e - MCL-1 a KMS-18 MM18 (h)
- - — e e X-1AP j\ 03 / \ ’e
2] - - : 9
- —a BCL-X 5 j\ 2.0 16.5
L o - B - 6
(&} 18.2 28.6 3
—— R —— BCL_2 275 } 304 .
pr— NOXA T 0 a0 w100 W 10t e 10t
e St ACTIN EdU

2.4. Effect of Stroma Cells on the Response of Myeloma Cells to PHA-767491

Given the role that microenvironmental signals play in drug resistance [37], we tested the apoptotic
inducing activity of PHA-767491 in KMS-18 and MMIS cells in a co-culture system with HSS5 cells, a
model that partially mimics the bone marrow microenvironment [38]. To be able to discriminate HS5
from multiple myeloma cells, HS5 cells were firstly engineered to express the green fluorescent
protein (GFP)-tagged Histone H2B (HS5-H2B-GFP). Multiple myeloma cells were then plated on
HS5-H2B-GFP cells for 2 h and then treated with different doses of PHA-767491 for a further 24 h;
apoptosis was assessed by AV/PI staining as described in Material and Methods. Bortezomib at 5 nM
was used to assess the HS5-H2B-GFP-mediated drug resistance. HS5-H2B-GFP cells did not protect
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KMS-18 and MMI1S from PHA-767491-induced apoptosis (Figure 5A,B) although they reduced
bortezomib-induced apoptosis, in particular in MMI1S cells (Figure 5C,D).

Figure 4. PHA-767491 does not affect BIM levels and causes caspase-independent MCL-1
downregulation. (A) KMS-18 and MMI1S myeloma cells were incubated with 5 uM
PHA-767491 for the indicated time. Protein extracts were prepared and analyzed by
immunoblotting using the indicated antibodies; (B) KMS-18 and MMIS cells were
incubated with 30 uM QVD-OPH for 30 min and then treated with 5 uM PHA767491for
6 h (KMS-18) or 9 h (MM1S). After incubation, protein extracts were prepared and analyzed
by immunoblotting using the indicated antibodies. F-L and C in the PARP lane indicate full
length and cleaved respectively. Percentage of AV cells is indicated at the bottom.
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Figure 5. PHA-767491 induces apoptosis in KMS-18 and MM1S in co-culture with HS5
cells. KMS-18 (A) and MM1S (B) cells were cultured with (open square) or without (black
circle) HS5-H2B-GFP cells for 2 h and then treated with different doses of PHA-767491
for a further 24 h. Apoptosis was assessed by AV staining. In parallel samples, KMS-18
(C) and MMIS (D) cultured with (gray bars) or without (white bars) HS5-H2B-GFP cells
for 2 h, were treated with 5 nM bortezomib and apoptosis was analysed 24 h after
treatment using AV staining. Data are presented as mean + standard deviation of two
independent repeats. The M in the x axes defines Molarity.
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2.5. PHA-767491 Shows an Additive Effect with Melphalan, Bortezomib and Doxorubicin

In order to test the potential of a CDC7/CDKS9 dual inhibitor in combination with standards of care,
MMIS cells were treated with PHA-767491 together with melphalan, bortezomib, or doxorubicin.
Combination experiments were performed by treating cells with each drug in constant and non-constant
combination ratios. After incubation, cell viability was assessed and data was then analyzed with the
Chou-Talalay median-dose-effect formula. The combination index (CI) for each experimental combination
point was calculated [39]. In the first set of experiments, drugs were administered simultaneously. We
observed that almost all CI calculated were either equal or very similar to 1 (Figure 6). Similarly, when
the drugs were combined in a sequential manner with either melphalan, bortezomib or doxorubicin
administered 3 h before or after PHA-767491, the calculated CI was still very close to 1
(Supplementary Figures S1 and S2). Overall, these results indicate a general additive cytotoxic effect
of PHA-767491 with each standard of care in the myeloma cell line used for these experiments.
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Figure 6. Combination Analysis of PHA-767491 using Chou-Talalay Median-Effect
Equation. MMIS cells were treated with PHA-767491 alone and in combination with
Melphalan (Range 2 to 32 uM, A), Doxorubicin (Range 31 to 500 nM, B) or Bortezomib
(Range 1.3 to 20 nM, C) in a non-constant ratio in a simultaneous fashion. Cell viability
was examined by CellTiter Glo 48 h after drug treatment. Combination indices (CI) were
calculated and the Log CI (circles) plotted in relation to the fraction of cells affected (Fa) at
any given experimental point.
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2.6. Discussion

PHA-767491 is the first nanomolar, ATP-competitive, CDC7 small-molecule inhibitor that has
been broadly characterized as an anticancer agent in preclinical models [19]. A growing number of
compounds that inhibit CDC7 are either in preclinical development or in the initial stages of clinical
development [17-19,40-42]. An exciting feature of CDC7 inhibition is the fact that it induces a
reversible cell cycle arrest in normal primary cells while inducing apoptosis in a P53-independent
manner in many different cancer cell lines [16,19]. The underlying reason for this differential effect is
yet to be fully understood, but is likely to be due to defects in the checkpoint pathways that control
transition through the different phases of the cell cycle including P53 and other tumor suppressor
genes such as FOXO3a, PI15/INK4 and DKK3 [15] as well as loss of the equilibrium between
pro-apoptotic and anti-apoptotic proteins [26].

Together with CDC7 kinase, PHA-767491 also targets CDK9. Cross reactivity with CDK9 is also
maintained in the more advanced CDC?7 inhibitors [41,42], suggesting a structural similarity in the active
sites of these two kinases, thus this new class of drugs can be defined as dual CDC7/CDKO inhibitors.

Key issues for investigators working with dual CDC7/CDK9 inhibitors are to discriminate the
cellular effects caused by these two concomitant inhibitory activities in cellular assays and the
identification of potential target diseases that are most likely to respond to this treatment strategy.

Multiple lines of evidence suggest that hematologic malignancies are highly dependent on survival
signaling proteins and disruption of the relative equilibrium of anti-apoptotic and pro-apoptotic
proteins is sufficient to drive these cells into apoptosis [7,22,25,43,44]. In a recent work we have
shown that in chronic lymphocytic leukemia (CLL), the cellular responses to PHA-767491 are highly
context dependent. The compound causes apoptosis in quiescent cells isolated form peripheral blood
independent of prognostic markers, and while able to block DNA synthesis it is less efficient in
promoting apoptosis of the same CLL cells when these are stimulated into proliferation in a system
that mimics the lymph node microenvironment [26].
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In this work, we show that the dual CDC7/CDK9 inhibitor, PHA-767491, kills myeloma cell lines
including P53 mutant cells and cell lines that have developed resistance to dexamethasone, melphalan
and doxorubicin. Furthermore, PHA-767491 has the same effect on primary myeloma cells harvested
from patients who have relapsed with progressive refractory disease. This suggests that the mechanisms
leading to chemoresistance to conventional chemotherapy in myeloma may not affect the activity of a
dual CDC7/CDKO9 inhibitor. Unlike in our previous study in CLL, mechanistically we were unable to
separate the two inhibitory activities either in time course or dose response experiments and therefore
the relative contribution of CDC7 and CDKDO inhibition in driving cell death in this specific setting still
needs to be determined. However we provide some circumstantial evidence that, as in CLL, the
expression of MCL-1 is likely to be important in the survival of myeloma cells to PHA-767491.
Moreover, the slower kinetics of PHA-767491-induced apoptosis observed in MM 1S might be related
to high levels of BCL-X{ in this cell line compared to KMS-18. This is consistent with a recent work
showing that BCL-X| is a key determinant of resistance to apoptosis for those compounds that, like
PHA-767491, induce apoptosis by repressing MCL-1 expression levels [45]. Further experiments are
required to sustain this hypothesis. The downregulation of NOXA observed in KMS-18 cells may be
related to transcriptional inhibition directly caused by PHA-767491 or it may reflect its accelerated
degradation through the recently described ubiquitin-independent pathway that is blocked by
MCL-1 [46,47]. We also found mild cytotoxic effects of PHA-767491 in primary mononuclear cells
purified from two healthy donors. This result was not surprising as transient lymphopenia is a common
side effect of CDK9 inhibitors in the clinic and may be a consequence of a reduction in cellular levels
of MCL-1 due to its transcriptional inhibition [48].

The importance of the microenvironment in supporting myeloma growth and survival has been
demonstrated previously [49,50]. This has led to the establishment of technical platforms that permit
assessment of the contribution of multiple factors, including direct interaction with stromal cells, to
multiple myeloma cell response to chemotherapeutic agents in a high throughput manner [37]. In this
study, we observed that co-culturing the multiple myeloma cells with HS5-H2B-GFP stromal cells
does not confer resistance to PHA-767491-mediated apoptosis although the co-culture partially protects
from bortezomib-induced apoptosis, suggesting that the apoptotic inducing activity of PHA-767491
might not be affected by the stromal microenvironment.

Finally, as CDC7 inhibitors progress in the clinic, the ability to devise rational combinations will
become of importance. Our in vitro experiments indicate that PHA-767491 has an overall additive
effect when combined with melphalan, bortezomib, and doxorubicin in an in vitro setting and
therefore, there is the potential for this new drug class to be included in combination regimens.

3. Experimental Section
3.1. Chemicals

PHA-767491 was from Nerviano Medical Sciences (Nerviano, Italy), bortezomib was from
OrthoBiotech (Horsham, PA, USA); doxorubicin, melphalan, dexamethasone and QVD-OPH were
from Sigma-Aldrich (St. Luis, MO, USA). Recombinant human insulin-like growth factor-1 and
interleukin-6 were from R&D (Minneapolis, MN, USA). 5-Ethylnyl-2'-deoxyuridine (EdU) and
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6-carboxy-fluorescein-TEG azide were from Berry & Associates (Dexter, MI, USA). Fluorescein
isothiocyanate (FITC, Molecular Probes, Eugene, OR, USA)-conjugated Annexin V was prepared in
house as previously described [51]. Allophycocyanin (APC)-conjugated Annexin V was from Immunotool
(Friesoythe, Germany).

3.2. Cell Culture

The multiple myeloma cell lines KMS-18, OCI-MyS5, and U266, were kindly provided by Dr Marta
Chesi, Dr Leif Bergsagel and Dr Keith Stewart (Mayo Clinic, Scottsdale, AZ, USA). RPMI-8226-LR5
and RPMI-8226-Dox 40 were kindly provided by Dr William Dalton (Moffitt Cancer Center, Tampa,
FL, USA). MM1S and MMIR were kindly provided by Dr Steven Rosen (Northwestern University,
Chicago, IL, USA). All multiple myeloma lines were cultured in RPMI 1640 media (Sigma-Aldrich)
supplemented with 10% fetal bovine serum (Sigma-Aldrich), 2 mM L-glutamine (Sigma-Aldrich),
50 U/mL penicillin (Sigma-Aldrich), and 50 pg/mL streptomycin (Sigma-Aldrich). The HSS cells
were from ATCC. A variant of HSS5 cells expressing the Histone H2B tagged with the Green Fluorescent
Protein (HS5-H2B-GFP) was generated by stably transfecting the HSS cells with pBOS-H2B-GFP
construct and sorting the GFP positive cells. The HS5-H2B-GFP cells were grown in DMEM
(Sigma-Aldrich) supplemented with 10% fetal bovine serum, 2 mM L-glutamine (Sigma-Aldrich),
50 U/mL penicillin (Sigma-Aldrich), and 50 pg/mL streptomycin (Sigma-Aldrich). All cell lines were
maintained in a state of logarithmic growth at 37 °C in humidified air with 5% CO,.

Myeloma patient and healthy donor samples were obtained with informed consent. This was carried
out with approval of the local governing Ethics Committee in accordance with the Declaration of
Helsinki. Bone marrow mononuclear cells were separated using Ficoll-Hypaque density sedimentation,
and plasma cells were purified (>95%, CD138+) by positive selection with anti-CD138 MACS
Microbeads (Miltenyl, Bisley, UK). Peripheral blood mononuclear cells from healthy donors were
purified by Ficoll-Hypaque density sedimentation.

For co-culture experiments, HS5-H2B-GFP cells were plated at 5 x 10* cells/well in 48 well/plate
and incubated for 48 h. After incubation, multiple myeloma cells were plated at 5 x 10° cell/mL
(0.5 mL/well) in presence/absence of HS5-H2B-GFP. The cells were then incubated for 2 h and then
treated with relevant drugs for a further 24 h.

3.3. Cell Viability Assay

Cells were seeded in triplicate at a density of 5,000 and 10,000 cells in 100 pL in 96 well plates,
treated with drug(s) and analyzed 48—72 h post treatment with a cell viability assay—Cell TitreGlo
(Promega, Madison, WI, USA). ICsy (Median effect [D,,]) was calculated with both the Chou-Talalay
based median-effect equation and a non-linear regression four parametric logistic graph-fitting approach
(slope, ICso, upper and lower value normalization) using Compusyn (Compusyn Inc., Paramus, NJ,
USA) [39] and GraphPad Prism (GraphPad Software Inc., La Jolla, CA, USA) respectively. The
combination between PHA-767491 and other anti-myeloma agents (doxorubicin, melphalan, and
bortezomib) was analyzed with Compusyn software [39].



Cancers 2013, 5 913

3.4. Immunoblotting

Cells were lysed in lysis buffer [1% sodium dodecyl sulfate (SDS)] or TGN buffer [Tris (pH 8.0),
150 mmol/L NacCl, 1.0% Tween 20, 10% glycerol, I mmol/L phenylmethylsulfonyl fluoride (PMSF),
5 pg/mL aprotinin, 5 pg/mL leupeptin, 75 mmol/L NaF, 20 mmol/L B-glycerolphosphate, 0.4 mmol/L
sodium vanadate, and 1 mmol/L DTT]. Proteins were separated by SDS-polyacrylamide gel
electrophoresis (SDS-PAGE), transferred to nitrocellulose membranes and analyzed by western
blotting. Antibodies against MCL-1, total CASPASE-3, PARP were purchased from Cell Signaling
(Danvers, MA, USA). Antibodies against BCL2 (clone 100), BCL-Xy (clone H-5) were from Santa
Cruz Biotechnology (Dallas, TX, USA). The antibody against BIM was from Enzo Life Sciences
(Farmingdale, NY, USA). Antibodies against MCM2 were raised against the N-terminus of human
MCM2 protein in collaboration with Pocono Rabbit Farm and Laboratory Inc. (Canadensis, PA, USA).
Anti-pSer40/41 MCM2 antibody was as previously described [14]. Antibodies against RNA Pol II and
pSer2 RNA Pol II were purchased from Covance Research Products (Princeton, NJ, USA).

3.5. DNA Replication and Apoptosis Assays by Flow Cytometry

For DNA replication assay, cells (1 x 10°) were incubated with 10 pmol/L EdU for 1 h, collected,
washed with PBS, fixed in 2% paraformaldehyde for 5 minutes, washed with PBS and resuspended in
1 mL permeabilization buffer [0.5% w/v saponin in 1% (w/v) BSA/PBS]. For click reaction,
10 mmol/L Na-L-ascorbate, 100 pumol/L 6-carboxyfluorescein-TEG azide, and 2 mmol/L. CuSO4 were
added sequentially. Samples were incubated for 30 minutes at room temperature in the dark, followed
by addition of 10 volumes of 1% (w/v) BSA in 0.5% (v/v) Tween 20/PBS and incubated for a further
10 minutes. After three washes, samples were resuspended in PBS and analyzed with BD FACSCanto
I (BD Biosciences, Franklin Lakes, NJ, USA). Annexin V-FITC assay was performed as previously
described [26]. Apoptosis in the context of the HS5-H2B-GFP co-culture was assessed by staining the
cells with Annexin V APC-conjugated and gating on the GFP negative cells.

4. Conclusions

In the present study we have shown that the prototype of an emerging class of kinase inhibitors
targeting both CDC7 and CDK®9 kinases has cell death inducing activity in myeloma cellular models.
This together with the additive effects observed when PHA-767491 is used in combination with
approved drugs currently used in chemotherapeutic regimens for MM treatment, suggests that further
investigation into CDC7/CDKD9 inhibition in this disease is warranted.

Acknowledgements

We thank Maria Menichincheri, Nerviano Medical Sciences S.r.l. for PHA-767491; Doctor Selina
Chen-Kiang, Weill Medical College of Cornell University for primary culture protocols; Ting-Chao
Chou, Memorial Sloan—Kettering Cancer Center for assistance with combination datasets; Kathy
Giusti, Multiple Myeloma Research Foundation, Leif Bergsagel, Marta Chesi, Keith Stewart and
Stephanie Haas at Mayo Clinic-Arizona, Doctor William Dalton and Linda Matthews, Moffitt Cancer
Center, Doctor Steven Rosen and Doctor Nancy Krett, Northwestern University for cell lines. We



Cancers 2013, 5 914

thank the patients who facilitated this research, the staff at Galway University Hospitals—Department
of Haematology, and the members of Santocanale laboratory. We also acknowledge the Flow cytometry
facilities at the NUIGalway NCBES department for the support.

MREC was supported by Molecular Medicine Ireland Clinical-Scientist Fellowship Award and by
the EHA-ASH Research Exchange Fellowship Award, this work was partially supported by a Science
Foundation Ireland (08/IN.I/B2064) grant to CS and by the Health Research Board (HRA/2009/89)
to MOD.

Conflict of Interest

AM is employed by Nerviano Medical Sciences Oncology, JM was employed by Nerviano Medical
Sciences Oncology. The remaining authors declare no competing financial interests.

References

1. Altekruse, S.F.; Kosary, C.L.; Krapcho, M.; Neyman, N.; Aminou, R.; Waldron, W.; Ruhl, J.;
Howlader, N.; Tatlovich, Z.; Cho, H.; Mariotto, A. et al. SEER Cancer Statistics Review,
1975-2007; National Cancer Institute: Bethesda, MD, USA, 2009.

2. Bergsagel, P.L.; Kuehl, W.M.; Zhan, F.; Sawyer, J.; Barlogie, B.; Shaughnessy, J., Jr. Cyclin D
dysregulation: An early and unifying pathogenic event in multiple myeloma. Blood 2005, 106,
296-303.

3. Ely, S.; di Liberto, M.; Niesvizky, R.; Baughn, L.B.; Cho, H.J.; Hatada, E.N.; Knowles, D.M.;
Lane, J.; Chen-Kiang, S. Mutually exclusive cyclin-dependent kinase 4/cyclin D1 and
cyclin-dependent kinase 6/cyclin D2 pairing inactivates retinoblastoma protein and promotes cell
cycle dysregulation in multiple myeloma. Cancer Res. 2005, 65, 11345—-11353.

4. Zhan, F.; Huang, Y.; Colla, S.; Stewart, J.P.; Hanamura, I.; Gupta, S.; Epstein, J.; Yaccoby, S.;
Sawyer, J.; Burington, B.; et al. The molecular classification of multiple myeloma. Blood 2006,
108, 2020-2028.

5. Shaughnessy, J.D., Jr.; Zhan, F.; Burington, B.E.; Huang, Y.; Colla, S.; Hanamura, I.; Stewart, J.P.;
Kordsmeier, B.; Randolph, C.; Williams, D.R.; et al. A validated gene expression model of
high-risk multiple myeloma is defined by deregulated expression of genes mapping to
chromosome 1. Blood 2007, 109, 2276-2284.

6. Baughn, L.B.; di Liberto, M.; Wu, K.; Toogood, P.L.; Louie, T.; Gottschalk, R.; Niesvizky, R.;
Cho, H.; Ely, S.; Moore, M.A.; et al. A novel orally active small molecule potently induces
Gl arrest in primary myeloma cells and prevents tumor growth by specific inhibition of
cyclin-dependent kinase 4/6. Cancer Res. 2006, 66, 7661-7667.

7. MacCallum, D.E.; Melville, J.; Frame, S.; Watt, K.; Anderson, S.; Gianella-Borradori, A.;
Lane, D.P.; Green, S.R. Seliciclib (CYC202, R-Roscovitine) induces cell death in multiple
myeloma cells by inhibition of RNA polymerase II-dependent transcription and down-regulation
of Mcl-1. Cancer Res. 2005, 65, 5399-5407.



Cancers 2013, 5 915

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

Raje, N.; Kumar, S.; Hideshima, T.; Roccaro, A.; Ishitsuka, K.; Yasui, H.; Shiraishi, N.;
Chauhan, D.; Munshi, N.C.; Green, S.R.; et al. Seliciclib (CYC202 or R-roscovitine), a
small-molecule cyclin-dependent kinase inhibitor, mediates activity via down-regulation of Mcl-1
in multiple myeloma. Blood 2005, 106, 1042—1047.

Conroy, A.; Stockett, D.E.; Walker, D.; Arkin, M.R.; Hoch, U.; Fox, J.A.; Hawtin, R.E. SNS-032
is a potent and selective CDK 2, 7 and 9 inhibitor that drives target modulation in patient samples.
Cancer Chemother. Pharmacol. 2009, 64, 723-732.

Gojo, I.; Zhang, B.; Fenton, R.G. The cyclin-dependent kinase inhibitor flavopiridol induces
apoptosis in multiple myeloma cells through transcriptional repression and down-regulation of
Mcl-1. Clin. Cancer Res. 2002, 8, 3527-3538.

Blow, J.J.; Gillespie, P.J. Replication licensing and cancer—A fatal entanglement? Nat. Rev.
Cancer 2008, 8, 799-806.

Sclafani, R.A.; Holzen, T.M. Cell cycle regulation of DNA replication. Annu. Rev. Genet. 2007,
41, 237-280.

Labib, K. How do Cdc7 and cyclin-dependent kinases trigger the initiation of chromosome
replication in eukaryotic cells? Genes Dev. 2010, 24, 1208-1219.

Montagnoli, A.; Valsasina, B.; Brotherton, D.; Troiani, S.; Rainoldi, S.; Tenca, P.; Molinari, A.;
Santocanale, C. Identification of Mcm?2 phosphorylation sites by S-phase-regulating kinases.
J. Biol. Chem. 2006, 281, 10281-10290.

Tudzarova, S.; Trotter, M.W.; Wollenschlaeger, A.; Mulvey, C.; Godovac-Zimmermann, J.;
Williams, G.H.; Stoeber, K. Molecular architecture of the DNA replication origin activation
checkpoint. EMBO J. 2010, 29, 3381-3394.

Montagnoli, A.; Tenca, P.; Sola, F.; Carpani, D.; Brotherton, D.; Albanese, C.; Santocanale, C.
Cdc7 inhibition reveals a p53-dependent replication checkpoint that is defective in cancer cells.
Cancer Res. 2004, 64, 7110-7116.

Swords, R.; Mahalingam, D.; O’Dwyer, M.; Santocanale, C.; Kelly, K.; Carew, J.; Giles, F.
CDC7 kinase—A new target for drug development. Eur. J. Cancer 2010, 46, 33—40.

Sawa, M.; Masai, H. Drug design with CDC7 kinase: A potential novel cancer therapy target.
Drug Des. Dev. Ther. 2009, 2, 255-264.

Montagnoli, A.; Valsasina, B.; Croci, V.; Menichincheri, M.; Rainoldi, S.; Marchesi, V.;
Tibolla, M.; Tenca, P.; Brotherton, D.; Albanese, C.; et al. A CDC7 kinase inhibitor restricts
initiation of DNA replication and has antitumor activity. Nat. Chem. Biol. 2008, 4, 357-365.
Hampsey, M.; Reinberg, D. RNA polymerase II as a control panel for multiple coactivator
complexes. Curr. Opin. Genet. Dev. 1999, 9, 132—139.

Sharma, S.V.; Fischbach, M.A.; Haber, D.A.; Settleman, J. “Oncogenic shock”: Explaining oncogene
addiction through differential signal attenuation. Clin. Cancer Res. 2006, 12, 43925s—4395s.
Derenne, S.; Monia, B.; Dean, N.M.; Taylor, J.K.; Rapp, M.J.; Harousseau, J.L.; Bataille, R.;
Amiot, M. Antisense strategy shows that Mcl-1 rather than Bcl-2 or Bcel-x(L) is an essential
survival protein of human myeloma cells. Blood 2002, 100, 194-199.

Beroukhim, R.; Mermel, C.H.; Porter, D.; Wei, G.; Raychaudhuri, S.; Donovan, J.; Barretina, J.;
Boehm, J.S.; Dobson, J.; Urashima, M.; ef al. The landscape of somatic copy-number alteration
across human cancers. Nature 2010, 463, 899-905.



Cancers 2013, 5 916

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

Gertz, M.A.; Lacy, M.Q.; Dispenzieri, A.; Greipp, P.R.; Litzow, M.R.; Henderson, K.J,;
van Wier, S.A.; Ahmann, G.J.; Fonseca, R. Clinical implications of t(11;14)(q13;q32),
t(4;14)(p16.3;932), and -17p13 in myeloma patients treated with high-dose therapy. Blood 2005,
106, 2837-2840.

Wauilleme-Toumi, S.; Robillard, N.; Gomez, P.; Moreau, P.; Le Gouill, S.; Avet-Loiseau, H.;
Harousseau, J.L.; Amiot, M.; Bataille, R. Mcl-1 is overexpressed in multiple myeloma and
associated with relapse and shorter survival. Leukemia 2005, 19, 1248—-1252.

Natoni, A.; Murillo, L.S.; Kliszczak, A.E.; Catherwood, M.A.; Montagnoli, A.; Samali, A.;
O’Dwyer, M.; Santocanale, C. Mechanisms of action of a dual Cdc7/Cdk9 kinase inhibitor
against quiescent and proliferating CLL cells. Mol. Cancer Ther. 2011, 10, 1624—1634.

Garrido, S.M.; Appelbaum, F.R.; Willman, C.L.; Banker, D.E. Acute myeloid leukemia cells are
protected from spontaneous and drug-induced apoptosis by direct contact with a human bone
marrow stromal cell line (HS-5). Exp. Hematol. 2001, 29, 448—-457.

Perez, L.E.; Parquet, N.; Meads, M.; Anasetti, C.; Dalton, W. Bortezomib restores stroma-mediated
APO2L/TRAIL apoptosis resistance in multiple myeloma. Eur. J. Haematol. 2010, 84, 212-222.
Perez, L.E.; Parquet, N.; Shain, K.; Nimmanapalli, R.; Alsina, M.; Anasetti, C.; Dalton, W. Bone
marrow stroma confers resistance to Apo2 ligand/TRAIL in multiple myeloma in part by
regulating c-FLIP. J. Immunol. 2008, 180, 1545—1555.

Xiong, W.; Wu, X.; Starnes, S.; Johnson, S.K.; Haessler, J.; Wang, S.; Chen, L.; Barlogie, B.;
Shaughnessy, J.D., Jr.; Zhan, F. An analysis of the clinical and biologic significance of TP53 loss
and the identification of potential novel transcriptional targets of TP53 in multiple myeloma.
Blood 2008, 112, 4235-4246.

Mazars, G.R.; Portier, M.; Zhang, X.G.; Jourdan, M.; Bataille, R.; Theillet, C.; Klein, B.
Mutations of the p53 gene in human myeloma cell lines. Oncogene 1992, 7, 1015-1018.

Saha, M.N.; Jiang, H.; Mukai, A.; Chang, H. RITA inhibits multiple myeloma cell growth
through induction of p53-mediated caspase-dependent apoptosis and synergistically enhances
nutlin-induced cytotoxic responses. Mol. Cancer Ther. 2010, 9, 3041-3051.

Urashima, M.; Teoh, G.; Chauhan, D.; Hoshi, Y.; Ogata, A.; Treon, S.P.; Schlossman, R.L.;
Anderson, K.C. Interleukin-6 overcomes p21WAF1 upregulation and G1 growth arrest induced
by dexamethasone and interferon-gamma in multiple myeloma cells. Blood 1997, 90, 279-289.
Teoh, G.; Urashima, M.; Ogata, A.; Chauhan, D.; DeCaprio, J.A.; Treon, S.P.; Schlossman, R.L.;
Anderson, K.C. MDM2 protein overexpression promotes proliferation and survival of multiple
myeloma cells. Blood 1997, 90, 1982—-1992.

Vanotti, E.; Amici, R.; Bargiotti, A.; Berthelsen, J.; Bosotti, R.; Ciavolella, A.; Cirla, A.; Cristiani, C.;
D’Alessio, R.; Forte, B.; et al. Cdc7 kinase inhibitors: Pyrrolopyridinones as potential antitumor
agents. 1. Synthesis and structure-activity relationships. J. Med. Chem. 2008, 51, 487-501.

Chen, L.; Willis, S.N.; Wei, A.; Smith, B.J.; Fletcher, J.I.; Hinds, M.G.; Colman, P.M.; Day, C.L.;
Adams, J.M.; Huang, D.C.S. Differential targeting of prosurvival Bcl-2 proteins by their
BH3-only ligands allows complementary apoptotic function. Mol. Cell 2005, 17, 393-403.
McMillin, D.W.; Delmore, J.; Weisberg, E.; Negri, J.M.; Geer, D.C.; Klippel, S.; Mitsiades, N.;
Schlossman, R.L.; Munshi, N.C.; Kung, A.L.; et al. Tumor cell-specific bioluminescence platform
to identify stroma-induced changes to anticancer drug activity. Nat. Med. 2010, 16, 483—489.



Cancers 2013, 5 917

38.

39.

40.

41.

42.

43.

44,

45.

46.

47.

48.

49.

50.

51.

Roecklein, B.A.; Torok-Storb, B. Functionally distinct human marrow stromal cell lines immortalized
by transduction with the human papilloma virus E6/E7 genes. Blood 1995, 85, 997-1005.

Chou, T.C. Preclinical versus clinical drug combination studies. Leuk. Lymphoma 2008, 49,
2059-2080.

Ito, S.; Taniyami, C.; Arai, N.; Masai, H. CDC7 as a potential new target for cancer therapy.
Drug News Perspect. 2008, 21, 481-488.

Menichincheri, M.; Albanese, C.; Alli, C.; Ballinari, D.; Bargiotti, A.; Caldarelli, M.; Ciavolella, A.;
Cirla, A.; Colombo, M.; Colotta, F.; et al. Cdc7 kinase inhibitors: 5-heteroaryl-3-carboxamido-2-aryl
pyrroles as potential antitumor agents. 1. Lead finding. J. Med. Chem. 2010, 53, 7296-7315.
Menichincheri, M.; Bargiotti, A.; Berthelsen, J.; Bertrand, J.A.; Bossi, R.; Ciavolella, A.; Cirla, A.;
Cristiani, C.; Croci, V.; D’Alessio, R.; et al. First Cdc7 kinase inhibitors: Pyrrolopyridinones as
potent and orally active antitumor agents. 2. Lead discovery. J. Med. Chem. 2009, 52, 293-307.
Wickremasinghe, R.G.; Hoffbrand, A.V. Biochemical and genetic control of apoptosis: Relevance
to normal hematopoiesis and hematological malignancies. Blood 1999, 93, 3587-3600.

Baliga, B.C.; Kumar, S. Role of Bcl-2 family of proteins in malignancy. Hematol. Oncol. 2002,
20, 63-74.

Wei, G.; Margolin, A.A.; Haery, L.; Brown, E.; Cucolo, L.; Julian, B.; Shehata, S.; Kung, A.L.;
Beroukhim, R.; Golub, T.R. Chemical genomics identifies small-molecule MCLI1 repressors and
BCL-xL as a predictor of MCL1 dependency. Cancer Cell 2012, 21, 547-562.

Baou, M.; Kohlhaas, S.L.; Butterworth, M.; Vogler, M.; Dinsdale, D.; Walewska, R.; Majid, A.;
Eldering, E.; Dyer, M.J.; Cohen, G.M. Role of NOXA and its ubiquitination in proteasome
inhibitor-induced apoptosis in chronic lymphocytic leukemia cells. Haematologica 2010, 95,
1510-1518.

Craxton, A.; Butterworth, M.; Harper, N.; Fairall, L.; Schwabe, J.; Ciechanover, A.; Cohen, G.M.
NOXA, a sensor of proteasome integrity, is degraded by 26S proteasomes by an ubiquitin-
independent pathway that is blocked by MCL-1. Cell Death Differ. 2012, 19, 1424-1434.
Senderowicz, A.M.; Headlee, D.; Stinson, S.F.; Lush, R.M.; Kalil, N.; Villalba, L.; Hill, K.;
Steinberg, S.M.; Figg, W.D.; Tompkins, A.; et al. Phase I trial of continuous infusion flavopiridol,
a novel cyclin-dependent kinase inhibitor, in patients with refractory neoplasms. J. Clin. Oncol.
1998, 16, 2986-2999.

Mitsiades, C.S.; Mitsiades, N.S.; McMullan, C.J.; Poulaki, V.; Shringarpure, R.; Akiyama, M.;
Hideshima, T.; Chauhan, D.; Joseph, M.; Libermann, T.A.; et al. Inhibition of the insulin-like
growth factor receptor-1 tyrosine kinase activity as a therapeutic strategy for multiple myeloma,
other hematologic malignancies, and solid tumors. Cancer Cell 2004, 5, 221-230.

Dalton, W.S.; Hazlehurst, L.; Shain, K.; Landowski, T.; Alsina, M. Targeting the bone marrow
microenvironment in hematologic malignancies. Semin. Hematol. 2004, 41, 1-5.

Logue, S.E.; Elgendy, M.; Martin, S.J. Expression, purification and use of recombinant annexin V
for the detection of apoptotic cells. Nat. Protoc. 2009, 4, 1383—1395.



Cancers 2013, 5 918

Supplementary Materials

Figure S1. Sequential combination analysis of PHA-767491 with drugs constituting standard
of care. MMIS cells were treated with PHA-767491 for 3 h followed by treatment with
Melphalan (Range 2 to 32 uM, A) Doxorubicin (Range 31 to 500 nM, B) Bortezomib (Range
1.3 to 20 nM, C) in a non-constant ratio. Cell viability was examined by CellTiter Glo 48 h
after drug treatment. Combination indices (CI) were calculated and the Log CI (circles)
plotted in relation to the fraction of cells affected (Fa) at any given experimental point.
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Figure S2. Sequential combination analysis of PHA-767491 with drugs constituting
standard of care. MMIS cells were treated with Melphalan (Range 2 to 32 puM, A)
Doxorubicin (Range 31 to 500 nM, B) Bortezomib (Range 1.3 to 20 nM, C) for 3 h
followed by treatment with PHA-767491 in a non-constant ratio. Cell viability was examined
by CellTiter Glo 48 h after drug treatment. Combination indices (CI) were calculated and

the Log CI (circles) plotted in relation to the fraction of cells affected (Fa) at any given
experimental point.
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