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Abstract: Although much progress has been made in the treatment of multiple myeloma,
the majority of patients fail to be cured and require numerous lines of therapy. Inhibitors of
the BCL2 family represent an exciting new class of drugs with a novel mechanism of action
that are likely to have activity as single agents and in combination with existing myeloma
therapies. The BCL2 proteins are oncogenes that promote cell survival and are frequently
upregulated in multiple myeloma, making them attractive targets. Venetoclax, a BCL2
specific inhibitor, is furthest along in development and has shown promising results in
a subset of myeloma characterized by the t(11;14) translocation. Combining venetoclax
with proteasome inhibitors and monoclonal antibodies has improved responses in
a broader group of patients, but has come at the expense of a toxicity safety signal that
requires additional follow-up. MCL1 inhibitors are likely to be effective in a broader range of
patients and are currently in early clinical trials. This review will cover much of what is
known about the biology of these drugs, biomarkers that predict response, mechanisms of
resistance, and unanswered questions as they pertain to multiple myeloma.
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Introduction

Resistance to apoptosis is a hallmark of cancer biology.! Cell survival is a delicate
balance of pro-survival and pro-death signals that in turn feed into pro-apoptotic
and anti-apoptotic proteins of the BCL2 family. In order to survive the numerous
genetic insults and pro-apoptotic changes in cell biology such as growth factor
withdrawal, loss of adhesion, and hypoxia, malignant cells must upregulate the anti-
apoptotic BCL2 proteins, and as a result, become highly dependent on the sustained
activity of these proteins.” This dependence therefore makes for an attractive
therapeutic target. Within the last several years, multiple highly selective inhibitors
of the BCL2 family have been developed leading to the approval of the first drug in
this class, venetoclax, for the treatment of chronic lymphocytic leukemia (CLL) and
acute myeloma leukemia (AML) in combination with chemotherapy or hypomethy-
lating agents. This review will discuss the pre-clinical and clinical work examining
the role of BCL2 inhibitors specifically in the plasma cell malignancy multiple

myeloma.

Multiple Myeloma
Multiple myeloma is the result of clonal proliferation of malignant plasma cells.’
These plasma cells retain much of their normal biology, including bone marrow
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residence and secretion of large quantities of monoclonal
antibody.* Myeloma is also highly heterogeneous both
clinically and genetically. As such, therapeutically target-
ing its plasma cell biology rather than its tumor biology
has proven to be far more effective clinically.* The use of
proteasome inhibitors, immunomodulatory agents, mono-
clonal antibodies, and routine high dose melphalan with
autologous stem cell rescue has dramatically improved the
outcomes in multiple myeloma patients. Long-term fol-
low-up for induction therapy with the triplet lenalidomide,
bortezomib, and dexamethasone and autologous stem cell
transplant has demonstrated a 98.5% response rate, median
progression-free survival of 65 months, and overall survi-
val of 126 months.” The addition of daratumumab is likely
to further improve those outcomes as well as the key goal
of achieving negative measurable residual disease.®”
However, despite these excellent results, the majority of
myeloma patients ultimately relapse and require additional
lines of therapy. Identifying drugs with novel mechanisms
of action to avoid cross-resistance is therefore of critical
importance. Inhibitors of the BCL2 family are a promising
new class of drugs that represent decades of research into
the mechanisms of apoptosis as well as a tour de force of
structural and chemical biology during drug development.

BCL2 Family

The BCL2 family consists of numerous pro- and anti-
apoptotic proteins (Figure 1).'° The anti-apoptotic proteins
include BCL2, BCLXL, MCL, BCLW, and BFL1. These
proteins contain 4 BCL2 homology (BH) domains and
a transmembrane domain that allows them to insert into
the endoplasmic reticulum or mitochondrial membrane.
Their expression varies from cell type to cell type, and
one cell type can express multiple proteins. Cancer cells
often upregulate expression of one or more anti-apoptotic
proteins in order to survive.'' The pro-apoptotic proteins
can be subdivided into two groups, the BH3 only proteins
and the effector proteins.'® Like their name suggests, the
BH3 only proteins contain a BH3 domain, but lack the
BHI, 2, and 4 domains found in anti-apoptotic proteins.
Proteins in this group include BIM, BID, PUMA, BAD,
NOXA, BIK, BMF, and HRK. BAK and BAX are effector
proteins containing the BH1-3 domains and promote apop-
tosis by homo- or hetero-oligomerizing in the mitochon-
drial outer membrane upon activation, forming a pore that
allows release of cytochrome C from the mitochondria.
Cytosolic cytochrome C provides the seed which triggers
the formation of the apoptosome, a large macromolecular

complex that activates caspases, the final step in execution
of apoptosis.'> The BH3 only proteins are typically
induced by various cellular stresses such as DNA damage
or growth factor withdrawal. BIM, BID, and PUMA are
considered activator BH3 only proteins because of their
ability to directly activate BAK and BAX, whereas the
remaining BH3 only proteins are sensitizers. The sensiti-
zers bind to the anti-apoptotic proteins, but do not directly
activate BAK and BAX.

Together, the pro- and anti-apoptotic proteins bind to
one another in a network of interactions that ultimately
determine whether a cell lives or dies. Specifically, the
pro-apoptotic proteins bind via their BH3 domain to
a hydrophobic groove in the anti-apoptotic proteins.
BCL2, BCLXL, MCLI1, BCLW, and BFLI1 bind to and
neutralize the activator BH3 only proteins BIM, BID,
and PUMA, thus preventing them from activating BAK
and BAX." BIM, BID, and PUMA are capable of
binding to all of the anti-apoptotic proteins. Upon induc-
tion, the sensitizer proteins function by binding to the
anti-apoptotic proteins and displacing BIM, BID, and
PUMA, thus allowing these activator proteins to activate
BAK and BAX. In contrast to activator BH3 only pro-
teins, the sensitizers have a more restrictive pattern of
binding to the anti-apoptotic proteins. For example,
NOXA binds only to MCL1 and BFLI1, while BAD
binds to BCL2, BCLXL, and BCLW. In addition to
neutralizing BIM, BID, and PUMA, the anti-apoptotic
proteins can directly bind to activated BAK and BAX,
preventing their oligomerization until being released by
the BH3 only proteins.

BCL2 Family Dependence in
Multiple Myeloma

The effectiveness of a BCL2 family inhibitor in a particular
cell type is based on the dependence of that cell type for that
BCL2 family member or members, which in turn is dictated
by the expression pattern and interactions of the BCL2
proteins within that cell. Normal plasma cells from which
multiple myeloma arises are primarily MCL1 dependent.
The use of ABT-737, an inhibitor of BCL2 and BCLXL,
resulted in the loss of newly formed plasma cells, but had no
effect on the number of long-lived plasma cells in mice."
Similarly, ABT-737 or RNA interference knockdown of
BCLXL induced apoptosis of in vitro differentiating plasma
cells, consistent with a BCLXL dependent stage in early
plasma cell development.'* In contrast, MCL1 appears to
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Figure | BCL-2 family protein interactions. DNA damage and cellular stress such as that caused by DNA damaging agents or proteosome inhibitors induce the expression
of apoptotic sensitizers HRK, BAD, NOXA, BMF, and BIK (not pictured). These proteins selectively bind to and inhibit the anti-apoptotic BCL2 family members BCLXL
BCL2, BCLW, MCLI, and BFLI. Anti-apoptotic BCL2 family proteins sequester apoptotic activator proteins PUMA, tBID, and BIM. Free apoptotic activators induce the
oligomerization of apoptotic effectors BAK and BAX at the mitochondrial membrane. BAK and BAX oligomerization causes mitochondrial outer membrane permeabiliza-
tion and the release of cytochrome C into the cytosol resulting in apoptosome formation and caspase activation.

be crucial for long-lived plasma cells.'> Conditional knock-
out of MCLI1 in plasma cells reduced their numbers signifi-
cantly. However, reflecting the overall heterogeneity of
multiple myeloma, the BCL2 family dependence in malig-
nant plasma cells is also much more heterogeneous.
A number of studies have examined BCL2 family

expression in multiple myeloma with varying results.
BCL2, BCLXL, and MCLI1 have all been reported to be
expressed in multiple myeloma.'®'® The expression of
MCLI1 and possibly BCLXL can be induced by IL-6,
a key plasma cell survival cytokine, though this induction
is cell line dependent rather than universal.'” > Increased
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expression of BCLXL and MCL1 has also been associated
with worse patient outcome.'®'® Furthermore, MCLI
The
importance of MCL1 for myeloma cell survival was first

expression is increased with disease progression.'®

established by the use of antisense oligonucleotides (ASO)
to knockdown MCLI1. Only MCL1 ASO and not BCL2 or
BCLXL ASO resulted in myeloma cell death.*?’
Knockdown of MCL1 by siRNA or CRISPR Cas9 mediated
knockout confirmed that the majority of myeloma cell lines
are MCL1 dependent.?**°

Early Putative BCL2 Inhibitors

Given the understanding of BCL2 family proteins and their
regulation of apoptosis, inhibitors of BCL2, BCLXL, and
MCL1 should have a common mechanism of action.’
Numerous compounds including obatoclax, subatoclax, mar-
itoclax, gossypol, apogossypol, TW-37, UMI-77, and BDA-
366, have been developed as specific or pan-BCL2 inhibitors,
some of which have entered clinical trials. However,
a number of recent studies using sophisticated tools have
demonstrated that these drugs have off-target and BCL2
independent effects that contribute to cell death.>'
Although these drugs bind their proposed targets, if they
induce cytochrome C release, they do so indirectly through
other mitochondrial and endoplasmic reticulum stress that
results in transcriptional induction of BH3 sensitizers such as
NOXA.*"* Most importantly, many of these drugs are

Venetoclax -

|
o

A-1155463 -

capable of killing BAK/BAX deficient cells, thus distin-
guishing them from true BH3 mimetics.>*** The inhibitors
discussed below not only bind to their targets with much
higher affinity than the putative BCL2 inhibitors above, they
induce apoptosis through activation of BAK and BAX and
mitochondrial cytochrome C release as expected for true
direct inhibitors of the BCL2, BCLXL, and MCL1.*?

Pre-Clinical Studies with BCL2

Inhibitors in Myeloma

Although the data described above point to MCL1 as
a natural target for anti-myeloma therapy, the first specific
small molecule inhibitor of the BCL2 family, ABT-737,
targeted BCL2, BCLXL, and BCLW (Figure 2). ABT-737
was developed using nuclear magnetic resonance (NMR) to
identify a small molecule capable of binding the same hydro-
phobic groove of anti-apoptotic proteins responsible for
binding the BH3 domain of anti-apoptotic proteins, thus
disrupting their interaction.*> ABT-737 demonstrates nano-
molar affinity for the BH3 binding site of BCL2, BCLXL,
and BCLW and is capable of inducing apoptosis in a range of
hematologic and solid tumor cell lines.*> ABT-737 was mod-
ified to make it orally bioavailable for clinical use, resulting
in ABT-263 or navitoclax. Unfortunately, navitoclax’s clin-
ical utility was limited by significant thrombocytopenia as
a result of BCLXL dependent platelet apoptosis.*® ABT-263

S64315

Figure 2 BCL-2 Family inhibitors and their targets. Venetoclax (ABT-199) is a BCL2 selective inhibitor and approved for use in CLL, SLL, and AML under the trade name
VENCLEXTA®, ABT-737 inhibits BCL2, BCLXL, and BCLW (not shown). Similar to ABT-737, Navitoclax inhibits BCL-2, BCLXL, and BCLW but is orally bicavailable.
A-1155463 and A-1331852 are selective BCLXL inhibitors. There are five selective MCLI inhibitors in early clinical trials: S64315 (MIK665), AZD5991, AMGI176, AMG379,

and ABBV467.
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was therefore modified to make it BCL2 specific resulting in
ABT-199 or venetoclax.>” By inhibiting only BCL2, veneto-
clax does not cause platelet apoptosis in vitro or thrombocy-
topenia in vivo and therefore expanded into clinical trials for
various hematologic malignancies.>’ Venetoclax has subna-
nomolar affinity for BCL2 while binding BCLXL and
BCLW 1000-fold less effectively and was able to induce
cell death more efficiently than ABT-737, particularly in
cells with high BCL2 expression. It also disrupted binding
of BIM and PUMA to BCL2, but not BCLXL.***
Importantly, both ABT-737 and venetoclax act through
BAK and BAX, indicating that they are indeed inducing
apoptosis through the mitochondrial pathway.***’ In mye-
loma, treatment of both cell lines and patient samples with
ABT-737 was able to induce cell death and synergized with
other myeloma therapies such as dexamethasone, bortezo-
mib, and melphalan.**** Cells sensitive to ABT-737 tend to
express more BCL2 and BCLXL than resistant cells, which
express more MCL1. Higher MCL1 expression may serve as
a source of resistance to venetoclax by acting as a sink to bind
and neutralize BIM displaced from BCL2 by venetoclax.
Indeed, eliminating that sink with short interfering RNA
knockdown of MCLI sensitized cells to venetoclax.*
However, given the complex interactions between pro- and
anti-apoptotic proteins, expression alone cannot fully
account for response. Co-immunoprecipitation experiments
demonstrate that ABT-737 sensitive cells also have more of
the pro-apoptotic protein BIM bound to BCL2 and
BCLXL."?° A number of factors both intrinsic and extrinsic
are likely to influence the distribution of BIM binding to anti-
apoptotic proteins. In addition to increasing MCL1 expres-
sion, IL-6 induces BIM phosphorylation through the mito-
gen-activated protein kinase pathway (MAPK), which
correlates with increased BIM association with MCL1 and
resistance to ABT-737 and venetoclax.'” In addition, dexa-
methasone has been shown to increase BIM expression as
well as its binding to BCL2, thus sensitizing cells to BCL2
inhibition.*® Glutamine withdrawal and inhibition of gluta-
mine metabolism had a similar effect.** Other aspects of
cellular metabolism such as the oxygen consumption rate
and electron transport chain activity are decreased in vene-
toclax sensitive myeloma, suggesting that they may contri-
bute to BCL2 dependence as well.*’

Further testing of myeloma cell lines revealed that
a subset of myeloma characterized by the t(11;14) translo-
to ABT-737
venetoclax.”®**#¢*? This translocation juxtaposes the

cation is particularly sensitive and

cyclin D1 gene with the immunoglobulin heavy chain

enhancer, resulting in cyclin D1 overexpression, and is
one of the first biomarkers in multiple myeloma to predict
response to therapy.

Clinical Studies of Venetoclax in
Multiple Myeloma

The promising pre-clinical results with venetoclax led to
a Phase I study in relapsed/refractory multiple myeloma.>
This study enrolled 66 patients, 30 of whom were positive
for t(11;14), a fraction far higher than the 15-20% pre-
valence of t(11;14) in the general myeloma population.
The increased enrollment of t(11;14) patients is likely
a reflection of the pre-clinical data demonstrating
increased response in the t(11;14) subset. The patients
enrolled represented a heavily pre-treated group with
a median of 5 lines of prior therapy (range 1-15). The
majority of patients were refractory to bortezomib (70%),
lenalidomide (77%), and pomalidomide (53%) and had
(76%).
Venetoclax was well tolerated with hematologic toxicities

undergone autologous stem cell transplant
being the most common grade 3 or 4 adverse events (AE).
Thrombocytopenia occurred in 26%, neutropenia in 21%,
anemia in 14%, and leukopenia in 14% (Table 1).
Gastrointestinal toxicities including nausea (47%), diar-
rhea (36%), and vomiting (21%) were the most common
AEs. Importantly, and in contrast to CLL, no events of
tumor lysis syndrome occurred.”’ The maximum tolerated
dose was not reached, and thus the maximum planned dose
of 1200 mg daily was used for the expansion cohort. In the
total population, the overall response rate was 21%, with
15% achieving a very good partial response (VGPR) or
better (Table 2). In the t(11;14) subpopulation, the overall
response rate (ORR) was 40% with 27% achieving
a VGPR or better. Twelve of the 14 responders were
positive for t(11;14), confirming the value of t(11;14) as
a biomarker for venetoclax response, but also highlighting
that responses occur in non-t(11;14) patients as well. In the
t(11;14) group, the median duration of response (DOR)
was 9.7 months.

Based on the response rate in t(11;14) and the pre-
clinical data demonstrating synergy with venetoclax and
dexamethasone, a phase I/I study of this combination
specifically in t(11;14) relapse/refractory myeloma was
initiated.>* All patients received venetoclax 800 mg daily
and dexamethasone 40 mg weekly. The phase I portion of
the trial enrolled 20 patients with a median of 3 prior
therapies. Treatment-emergent adverse events were similar
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Table | Venetoclax Toxicities

Venetoclax Venetoclax/Dexamethasone Venetoclax/Bortezomib Venetoclax/Bortezomib

Phase 1°° Phase 1/2%? Phase 1°¢ Phase 3°’
Patients 66 51 66 193
Nausea 47% (3%) 28% 38% (5%) 36% (3%)
Diarrhea 36% (3%) 35% 46% (6%) 58% (15%)
Constipation 41% (0%) 34% (0%)
Peripheral neuropathy 33% (3%) 30% (5%)
URI 21% (2%) 29% (2%)
Fatigue 27% (5%) 14% 24% (0%) 30% (5%)
Insomnia 26% 32% (5%) 28% (2%)
Hyperglycemia 24% 11% (7%)
Hypophosphatemia 22% (3%)
Back pain 21% (8%) 20% (2%)
Vomiting 21% (3%) 19% (2%)
Thrombocytopenia 32% (26%) 18% (10%) 39% (29%) 26% (15%)
Neutropenia 37% (21%) 18% (10%) 15% (14%) 23% (18%)
Anemia 23% (14%) 20% (12%) 27% (15%) 26% (15%)
Lymphopenia 18% (15%) 28% (20%)
Pneumonia 8% 8% 16%
Sepsis 5% 10% 5% 3%
Tumor lysis syndrome 3%

Note: % all grades (% grade 3/4).
Abbreviation: URI, upper respiratory infection.

to the venetoclax monotherapy phase I study, with the
addition of insomnia (45%), hypophosphatemia (40%),
and hyperglycemia (35%), likely due to the addition of
dexamethasone (Table 1). Tumor lysis syndrome was seen
in 10% of patients with no deaths. The ORR was 60% with
30% achieving a VGPR or better (Table 2). The median
duration of response was 12.4 months. Thirty-one patients
with a median of 5 prior lines of therapy participated in the
Phase II portion. Adverse events were similar, though 11
deaths occurred, 8 due to progressive disease and 2 due to
an adverse event. The ORR was 48% with 36% achieving
a VGPR or better. Median DOR and overall survival (OS)
had not been reached at the time of publication. Although
the lower ORR in the phase II group is likely due to
heavier pre-treatment in this population, it remains

remarkable for a single agent plus dexamethasone and

compares favorably to response rates for other agents.
Furthermore, in a single-institution retrospective analysis
of 68 patients selected for venetoclax treatment based on
the presence of t(11;14), the ORR was 71% (48.5% VGPR
or better) with a median progression-free survival (PFS) of
14.1 months.>® For patients with less than 3 prior lines of
therapy, the PFS was 23.2 months. These promising results
have led to an ongoing Phase III study randomizing
patients with t(11;14) myeloma to either venetoclax and
dexamethasone or pomalidomide and dexamethasone.>*
The primary endpoint will be PFS, with safety, tolerability,
ORR, rate of VGPR or better, DOR, and OS being
assessed as well.

In addition to having single-agent activity, venetoclax
may serve to decrease the apoptotic threshold of myeloma

cells, sensitizing them to other active agents. Thus, a number
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Table 2 Previous Therapy and Responses in Venetoclax Trials

Venetoclax Phasel®° Venetoclax/Dex®? Venetoclax/Bortezomib
Non t(11;14) t(11;14) Phase | Phase 2 Phase 15¢ Phase 3°’

Patients 36 30 20 31 66 194
Median lines 5 (1-15) 5 (I1-15) 3 5 3 (1-13) 1-3
Bortezomib refractory 67% 73% 65% (Pl) 87% (Pl) 39% 0%
Lenalidomide refractory 78% 77% 90% (imid) 87% (imid) 53% 20%
Carfilzomib refractory 25% 37%
Pomalidomide refractory 50% 70%
Daratumumab refractory 20% 87%
ASCT 81% 70% 85% 58% 59% 60%
ORR 6% 40% 60% 48% 67% 82%
CR 3% 14% 5% 7% 5% 27%
2VGPR 6% 27% 30% 36% 20% 59%
OS (mo) NE
PFS (mo) 224
DOR (mo) NE 9.7 12.4 NE 9.7 NE
TTP (mo) 12.4 10.8 9.5

Abbreviations: Dex, dexamethasone; ASCT, autologous stem cell transplant; ORR, overall response rate; CR, complete response; VGPR, very good partial response; OS,
overall survival; PFS, progression-free survival; DOR, duration of response; TTP, time to progression; Mo, months.

of studies are investigating additional venetoclax combina-
tions. Proteasome inhibitors are of particular interest based
on their ability to upregulate the BH3 only protein NOXA.>
NOXA binds specifically to MCLI1, thus inhibiting
a potential source of resistance to venetoclax. This finding
provided the rationale for a study of bortezomib plus vene-
toclax and dexamethasone which enrolled 66 patients.”® All
cytogenetic subtypes were allowed, thus only 14% of
patients had t(11;14). Patients had received a median of 3
prior lines of therapy. Importantly 80% were bortezomib
exposed and 39% were bortezomib refractory. An additional
53% were lenalidomide refractory and 59% had undergone
autologous stem cell transplant. In terms of safety, the most
common AEs were gastrointestinal, including diarrhea
(46%), constipation (41%), and nausea (38%, Table 1).
Cytopenias were the most common grade 3 or 4 AEs and
included thrombocytopenia (29%), anemia (15%), and neu-
tropenia (14%). Thrombocytopenia is a known side effect of
bortezomib, and patients who remained on venetoclax
monotherapy saw their platelet counts stabilize. Serious
AEs included pneumonia in 8% of patients. No tumor lysis

syndrome was reported. In the total population, the ORR
was 67% with 42% achieving a VGPR or better (Table 2).
The median DOR was 9.7 months. The response rate was
higher in patients not refractory to bortezomib (90%) com-
pared to those who were refractory (31%). Of the bortezo-
mib refractory responders, 38% were t(11;14), suggesting
they may have responded to venetoclax alone. The number
of prior therapies influences response as well. In patients
exposed to 1-3 prior lines, the response rate was 89%
compared to 50% for those with 4—6 prior lines and only
11% for those with greater than 6.

These results led to the design of the phase III BELLINI
study comparing venetoclax and placebo in combination
with bortezomib and dexamethasone.’” Patients with 1-3
prior lines of therapy, but not proteasome inhibitor refrac-
tory disease, were included. Prior proteasome exposure was
allowed. Randomization was 2:1 to receive venetoclax (194
patients) or placebo (97 patients). Previous proteasome
inhibitor exposure occurred in 70% of patients, while
30% were PI naive. Patients with t(11;14) made up 10%
of the venetoclax arm and 15% of the placebo arm. The
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Table 3 Currently Open Clinical Trials Investigating BCL2 Family Inhibitors

Study Additional Agents Phase Patient Population
Lines of Therapy Cytogenetics
Venetoclax NCT02899052 Carfilzomib/dex 2 2| t(l1;14)
NCT03539744 Venetoclax/dex vs pomalidomide/dex 3 22 t(11;14)
NCTO03314181 Daratumumab/dex + bortezomib 172
AZD5991 NCT03218683 | 22
AMGI76 NCT02675452 | 2
AMG397 NCTO03465540 |
S64315 NCT02992483 | 2|
ABBV467 NCTO04178902 | >3

Abbreviation: Dex, dexamethasone.

PFS in the venetoclax arm was significantly longer than
that of the placebo arm, 22.4 months vs 11.5 months
(Table 2), with the patients deriving the greatest benefit
having either t(11;14) or high BCL2 expression. The over-
all response rate in the venetoclax arm was 82% (59%
VGPR or better) compared to 68% (36% VGPR or better)
in the placebo arm. However, a surprising and concerning
increase in death was observed in the venetoclax arm, 21%
vs 11% in the placebo group. These deaths appear to be
limited to the non-t(11;14), BCL2 low patients and were
primarily related to infection, particularly at the time of
disease progression. Although the overall rate of infections
was similar in the two groups, 8 fatal infections occurred in
the venetoclax arm compared to none in the placebo arm.
Some of these infections occurred in the setting of early
disease progression, raising the question of whether vene-
toclax may antagonize bortezomib in a small subset of
patients. Alternatively, patients who progress on or do not
respond to venetoclax may have shorter OS due to failure to
respond to subsequent therapies. However, in
a retrospective analysis of 38 patients who progressed on
venetoclax, 84% went on to receive an additional line of
therapy and experienced a median OS of 31.4 months from
the time of venetoclax refractoriness, arguing against any
inferior outcomes post-venetoclax.”® The safety concerns
from this trial have increased scrutiny of other venetoclax
combination trials in myeloma and led to adjustments such
as routine antimicrobial prophylaxis and closer infectious
monitoring.

Venetoclax is also being combined with the monoclonal
antibody daratumumab with or without bortezomib

(NCT03314181, Table 3). Part 1 of this trial is a dose

escalation of venetoclax in combination with daratumumab
and dexamethasone for patients with t(11;14). Part 2 involves
a dose escalation of venetoclax with bortezomib, daratumu-
mab and dexamethasone for relapsed/refractory patients.
Preliminary results from this trial were reported in
May 2020.%® Twenty-four patients with t(11;14) had been
enrolled in part 1 and another 24 patients in part 2, 6 with t
(11;14). Adverse events were similar to previous venetoclax
trials with common side effects including fatigue, diarrhea,
and nausea. Nine patients had infection-related AEs of grade
3 or worse. Given the results of the BELLINI study, an
additional non-venetoclax containing arm consistent of bor-
tezomib, daratumumab, and dexamethasone has been added
as a comparator to monitor for toxicity related to venetoclax.
The ORR for both parts was greater than 90%. Another
active combination trial with venetoclax in relapsed/refrac-
tory myeloma includes the addition of carfilzomib to vene-
toclax and dexamethasone (NCT02899052). Carfilzomib is
a second-generation proteasome inhibitor and thus has
a similar rationale for combination with venetoclax as borte-
zomib. This ongoing phase II trial has enrolled 49 patients
with 1-3 prior lines of therapy.”® The authors did not report
any new safety signals. The maximum tolerated dose had not
been reached, and venetoclax 800 mg with carfilzomib
70 mg/m* was chosen for expansion. In t(11;14) patients
with a median of 2 lines of prior therapy, the ORR was
92% (85% VGPR or better). Together these data suggest
venetoclax combinations are highly effective, particularly
in t(11;14) patients, but additional follow-up and monitoring

for infectious complications is necessary.
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Predicting Response to Venetoclax

Another approach to reducing the risk of venetoclax combina-
tions is to use biomarkers to select the patients most likely to
respond. Although t(11;14) enriches for venetoclax sensitive
patients, not all t(11;14) patients responds and there are non-t
(11;14) patients that do, making a more sensitive and specific
marker a potentially valuable tool. Knowing that BCL2 is the
target of venetoclax and that BCLXL and MCL1 may con-
tribute to resistance, expression of these BCL2 family mem-
bers has been examined in a number of studies. In cell lines,
BCL2 expression was positively correlated with ABT-737 and
venetoclax response, while BCLXL and MCLI1 expression
was negative correlated.*****” The BCL2/MCLI and BCL2/
BCLXL ratios were also significantly higher in sensitive cell
lines and patient samples.*** This approach has also been
examined in the clinical trials of venetoclax. In the phase I trial
of venetoclax monotherapy, 44 patients were evaluated for
BCL2, BCLXL, and MCL1 gene expression.” Both the
BCL2/BCLXL and BCL2/MCLI ratios were higher in patients
achieving a PR or better. A high BCL2/BCLXL ratio
(log2>2.3) was selected to maximize the likelihood of
a patient response in a post hoc analysis using bootstrapping
and aggregating of thresholds from trees (BATT).®" A high
ratio was present in 23% of patients; and the ORR in this group
was 80%, while it was only 9% in the remaining patients with
a low ratio. In the Phase 1/2 study of venetoclax and dexa-
methasone, only the BCL2 expression was statistically higher
in the responsive group, while the BCLXL expression and
BCL2/BCLXL ratio were unchanged.”® Similarly, in the
phase I study of venetoclax plus bortezomib, only BCL2
expression was significantly higher in the responding
group.”® Of the 40% of patients with high BCL2, 94%
achieved a PR or better compared to 59% in the BCL2 low
group. The BELLINI trial used both immunohistochemistry
(IHC) and gene expression to assess BCL2 levels. IHC classi-
fied 79% of patients as BCL2 high based on 50% or more of
tumor cells having a cytoplasmic intensity score of 2 or more
on a 0-3 scale.”” The hazard ratio for PFS was 0.5 in the BCL2
high group and 1.39 in the BCL2 low group. High BCL2 gene
expression was again determined in a post hoc analysis using
a sequential BATT process. The PFS in the BCL2 high group
22.4 months compared to 9.9 months in the BCL2 low group.
Although t(11;14) appears to enrich for increased BCL2
expression it remains unclear whether t(11;14) is directly
responsible for the higher expression or the two are just corre-
lated. While BCL2 expression and ratios may be more selec-
tive than t(11;14), their general use may be challenging. In all

of the phase I trials where individual patient data are reported,
there is a significant overlap among the sensitive and resistant
patients in terms of expression and ratios, and all three studies
required a post hoc analysis to identify the optimal cutoff.
Furthermore, gene expression fails to account for the post-
translational regulation of some BCL2 family members as
well as the complex interactions of pro- and anti-apoptotic
proteins that contribute to BCL2 dependence.

An alternative to gene expression analysis is ex vivo testing
of patient samples using either peptides from the BH3 only
proteins, also referred to as BH3 profiling, or the therapeutic
drugs themselves. This type of testing captures all of the
complexities of the BCL2 family and directly assesses BCL2
dependence. BH3 profiling takes advantage of the specific
binding patterns of the pro-apoptotic BH3 only proteins.®”
Cells are gently permeabilized with a detergent that allows
small peptides to pass through the cell membrane without
affecting the mitochondria. The cells are then treated with
a small peptide from the BH3 only proteins and the apoptotic
response of the cell is measured by mitochondrial cytochrome
C release to determine BCL2 dependence. For example, the
BH3 peptide from BAD only binds to BCL2 and BCLXL.
Therefore, a cell that is BCL2 or BCLXL dependent will
undergo cytochrome C release upon treatment with the BAD
peptide but would not respond to a peptide from NOXA which
binds MCL1. Ex vivo drug testing involves using inhibitors
such as venetoclax specific for different BCL2 family mem-
bers. Both of these techniques have been used on cell lines and
patient samples with very good correlation.”®*”* Ex vivo
testing also correlates with clinical response.”> When applied
to 16 bone marrow aspirates from patients who went on to
receive venetoclax, 10 patients were predicted to be sensitive, 9
of whom achieved a partial response (PR) or better. Of the 6
patients predicted to be resistant, only 1 had a partial response.
Despite the appeal of ex vivo testing for selecting venetoclax
sensitive patients, it requires a highly specialized laboratory to
be performed and thus has its own limitations.

Acquired Venetoclax Resistance

Like other therapies, most myeloma patients who initially
respond to venetoclax will ultimately relapse. Much of this
acquired resistance may occur through shifts in the depen-
dence of the cell from BCL2 to BCLXL or MCL1. Ex vivo
testing with venetoclax prior to clinical treatment and
again upon relapse post-venetoclax in three patients con-
firmed a decrease in BCL2 dependence.®® This shift in
BCL2 dependence can occur through copy number gains
of either MCL1 and BCLXL.®* Ex vivo testing in a patient
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who had expansion of a clone with gain of MCL1 post-
venetoclax again demonstrated a greater than 10 fold
decrease in BCL2 dependence compared to testing per-
formed pre-venetoclax and simultaneously demonstrated
marked MCL1 dependence. In studies of CLL patients
progressing on venetoclax, sequencing of the BCL2 gene
has also revealed recurrent acquired mutations in the BH3
binding domain that disrupt the ability of venetoclax to
bind to BCL2, the most common being G101V.>>°7 A de
novo D111A mutation in BCL2 has also been reported in
a myeloma patient progressing on venetoclax.®* This
mutation conferred resistance to venetoclax when over-
expressed in the venetoclax sensitive t(11;14) cell line
KMSI12PE and also prevented release of BIM from
BCL2 upon venetoclax treatment.

MCLI Inhibitors

As noted above, the majority of multiple myeloma is hypothe-
sized to be MCL1 dependent, and therefore the development of
MCL1 specific inhibitors has been eagerly anticipated. There
are currently 5 MCL1 inhibitors in early clinical trials, S64315
(MIK665), AZD5991, AMG176, AMG397, and ABBV467
(Table 3). S63845 (a pre-clinical variant of S64315),
AZD5991, AMG176, and AMG397 all have picomolar affi-
nity for MCL1 with little to no binding of BCL2 or
BCLXL.®*7? They are capable of disrupting MCL1 binding
to BIM and, as expected, require BAK and BAX for activity.
All four are effective against a range of cell lines representing
various hematologic malignancies, both in vitro and in vivo.
Not surprisingly, multiple myeloma was among the most sen-
sitive cell types to these MCL1 inhibitors. Unlike venetoclax,
responses were seen beyond t(11;14) myeloma. Of 48 mye-
loma patient samples treated ex vivo, 71% were sensitive to
AZD5991, a fraction greater than would be expected from
venetoclax alone. In vivo testing was done with mouse xeno-
grafts. However, due to differences between human and mouse
MCLI, these MCL1 inhibitors are not effective against mouse
MCL1, making toxicity assessments difficult. To overcome
this limitation, AMG176 and S63845 were tested in
a “humanized” mouse in which the mouse MCL1 was replaced
with human MCL1.°*” In these mice MCL1 inhibition caused
dose-dependent decreases in B cells, monocytes, and neutro-
phils. No other systemic toxicity was reported, however, con-
ditional knockout of MCL1 in mice has revealed an important
role for MCL1 in cardiac myocytes.”*”> Mice in which MCL1
was genetically deleted from the heart rapidly developed car-
diomyopathy and died. Interestingly, the defects in MCLI
deficient cardiac myocytes are only partly related to apoptosis,

but also mitochondrial function, suggesting MCL1 participates
in more than just cell survival. The risk of cardiac toxicity has
already been confirmed in the phase I trial of AMG397, leading
to a temporary hold in the trials of both AMG397 and
AMG176. The remaining MCLI inhibitor trials have not
reported any significant cardiac adverse events, which could
be influenced by dose and timing of drug administration, and
thus the therapeutic window for each drug may be slightly
different. Identification of a biomarker for MCL1 inhibitor
sensitivity would allow for more selective treatment of the
patients most likely to respond, thus improving the risk/benefit
ratio. The MCLI1 gene is located on chromosome 1q, which is
frequently amplified in multiple myeloma and results in
increased MCL1 expression, potentially increasing MCL1
dependency in these cells. In one study of 44 patient samples
treated ex vivo with S63845, 75% of the 12 samples with 1q
gain were highly sensitive compared to 19% of the 1q wildtype
samples.”® However, a second study of 27 patient samples did
not report any difference in sensitivity between the two
groups.”’

Like venetoclax, resistance to MCLI1 inhibitors can be
mediated by the presence of other anti-apoptotic proteins.
The effectiveness of both S63485 and AMG176 was inversely
correlated with BCL2 and BCLXL expression in myeloma,
AML, and CML.%%%*7677 Eurthermore, the BIM released from
MCLI1 by MCL1 inhibitors has been observed to shift to BCL2
or BCLXL.”™" Given the potential for other BCL2 proteins to
contribute to MCL1 inhibitor resistance, a number of studies
have examined combinations of different BCL2 family inhibi-
tors. Both AMG176 and AZD5991 in combination venetoclax
was more effective than any of the drugs alone in a panel of
AML cell lines, and a phase I trial of venetoclax plus S64315 is
currently enrolling (NCT03672695).°*"° Such combinations
produce similar results in multiple myeloma and are more
effective against cell lines such as U266 that are resistant to
MCL1 or BCL2 inhibition alone.”** However, targeting
multiple anti-apoptotic proteins simultaneously increases the
risk of inducing apoptosis in normal cells, particularly lym-
phocytes, and must be approached cautiously. The bone mar-
row microenvironment is likely to play a role in response to
MCLI inhibitors as well. Cell-cell contact with bone marrow
stromal cells protects myeloma cells from MCLI1 inhibitor-
induced death.”® In contrast to venetoclax, the increased
expression of MCL1 by IL-6 should have no effect on MCL1
inhibitors, though other secreted factors may affect response.”®
To improve the efficacy of MCLI inhibitors, combinations
with venetoclax and other active myeloma agents will likely
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be investigated once the safety of these MCL1 inhibitors as
single agents is established.

BCLXL Inhibitors

Despite the risk of thrombocytopenia due to platelet depen-
dence on BCLXL, BCLXL inhibitors continue to be devel-
oped. Two BCLXL specific inhibitors have been described,
A-1155463 and A-1331852.%'* Both have picomolar affinity
for BCLXL with 1000 fold less binding to BCL2 and MCL1.*
A-1155463 disrupts the binding of BIM to BCLXL, but not
BCL2, and effectively kills BCLXL dependent cell lines.
A-1331852 is 10 fold more potent than A-1155463 and is
orally bioavailable as well. Although A-1331852 did cause
expected thrombocytopenia in rats, it did not affect neutrophil
counts, which can be reduced with BCL2 inhibition.** Neither
of these compounds have entered clinical development yet.
However, two dual BCL2/BCLXL inhibitors are being stu-
died. ABT-263 is an orally bioavailable version of ABT-737
that is being studied in solid tumors where normal marrow
function may mitigate the degree of thrombocytopenia,**
while AZD4320 is being studied in hematologic malignancies
including multiple myeloma (NCT04214093).%° Unlike ABT-
263, which is given orally daily, AZD4320 is given as an
intravenous infusion once a week and has a shorter half-
life.*> These properties allow platelets to recover between
doses, while still having meaningful anti-tumor effects, and
may therefore help AZD4320 avoid the dose-limiting throm-
bocytopenia seen with ABT-263. Another interesting approach
to targeting BCLXL without inducing thrombocytopenia was
demonstrated with the use of a PROTAC.* These bifunctional
molecules bind to a target protein and recruit them to an E3
ubiquitin ligase for proteasomal degradation. ABT-263 served
as the basis for the PROTAC DT2216, which targets BCLXL
to the Von Hippel Lindau (VHL) E3 ligase. VHL was specifi-
cally chosen because it is not expressed in platelets, thus
BCLXL in
thrombocytopenia.

sparing  the platelets and avoiding

Conclusions and Future Directions

BCL2 inhibitors have the potential to make a significant
impact in the treatment of multiple myeloma. Like other
malignancies, myeloma becomes increasingly dependent
on the BCL2 family for survival during tumorigenesis.
While most myeloma is expected to be MCL1 dependent,
there is already evidence of heterogeneity that is influ-
enced by the genetics and course of the disease. The
15-20% of myeloma this is positive for t(11;14) has
shown a response rate of 40-60% with venetoclax and

dexamethasone, demonstrating that a subset of myeloma
is BCL2 dependent. Many of these responses are both
deep and durable, a remarkable result for a single agent
that is orally available and thus convenient for patients.
Combinations with venetoclax may expand the group of
patients that stand to benefit; however, the increased death
observed in the BELLINI trial of venetoclax plus bortezo-
mib is cause for concern. Although the safety signal
appears to be limited to the non-t(11;14) population, the
FDA has slowed the progress of venetoclax trials to allow
for more time to understand these observations. Multiple
MCLI1 inhibitors are currently being investigated in clin-
ical trials and data on tolerability and response rates are
eagerly awaited. Based on the broader MCL1 dependence
in multiple myeloma, one or more of these drugs could
benefit a significant number of patients. Even BCLXL
inhibitors may find a place in the treatment of myeloma,
but they will certainly serve as useful tools in the
laboratory.

Of particular importance for all of these drugs is an
understanding of the biology driving the heterogeneity in
myeloma BCL2 dependence, which is likely influenced by
both intrinsic factors such as tumor-specific genetics and
metabolism, and extrinsic factors such as the bone marrow
microenvironment. As more patients are treated and relapse
on these inhibitors, studying the patterns of acquired resis-
tance will also be essential. Together, this knowledge will
aid in the development of biomarkers to predict BCL2
dependence, thus allowing for the selection of patients
most likely to respond to particular inhibitors, as well as
rationally designed combination therapy to safely improve
responses and target resistance mechanisms.
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