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Abstract: Activation of the Bruton tyrosine kinase (BTK) pathway plays
an important role in the pathophysiology of a number of B-cell lymphopro-
liferative disorders (LPDs). A number of preclinical studies support inhi-
biting BTK as a mechanism to treat LPDs. Clinically, BTK inhibitors,
specifically ibrutinib, have shown to be safe and effective on treating pa-
tients with indolent B-cell lymphomas and chronic lymphocytic leukemia
(CLL). Ibrutinib has recently gained approval for the treatment of patients
with mantle cell lymphoma, Waldenström macroglobulinemia, and CLL.
Ongoing clinical trials are investigating ibrutinib and other BTK inhibi-
tors alone or in combination for the treatment of mantle cell lymphoma,
Waldenströmmacroglobulinemia, CLL, activated B-cell–type diffuse large
B-cell lymphoma, and follicular lymphoma, among others. The objective
of this review is to succinctly summarize the current body of evidence
on BTK inhibition in patients with B-cell LPDs.
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T he B-cell receptor (BCR) pathway is critical for the develop-
ment, maturation, and survival of normal B cells.1 In lym-

phoid malignancies, chronicx antigenic stimulation, autostimulatory
activation, and/or antigen-independent signaling can activate the
BCR pathway and promote malignant cell survival.2

Binding of antigen, self or foreign, to the extracellular part
of the BCR activates kinases that subsequently phosphorylate
immunoreceptor tyrosine–based activation motifs.3 Immunoreceptor
tyrosine–based activation motifs are crucial for intracellular sig-
naling initiation mediated through LYN, FYN, and BLK. LYN
then phosphorylates SYK, a nonreceptor tyrosine kinase, which
amplifies BCR signaling.4 Two parallel but probably interrelated
pathways are then activated, the phosphatidylinositol 3 kinase
(PI3K) and the Bruton tyrosine kinase (BTK) pathways. PI3K ac-
tivates the mammalian target of rapamycin, a cell cycle regulator.5

Bruton tyrosine kinase activates nuclear factor κB (NF-κB), fa-
voring cell survival and proliferation by up-regulating, among
others, BCL-2.6

Several components of the BCR pathway have been de-
scribed and are currently used as therapeutic targets. In this review,
we will specifically focus on the BTK pathway and mechanisms
of BTK activation in non-Hodgkin lymphoma (NHL), Waldenström
macroglobulinemia (WM), and chronic lymphocytic leukemia (CLL),
as well as the clinical experience with the BTK inhibitor ibrutinib.
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THE BTK PATHWAY
Bruton tyrosine kinase is a cytoplasmic protein that belongs

to the TEC family of kinases and is predominantly expressed on B
cells, marrow-derived stem cells, and developing myeloid cells.7

Bruton tyrosine kinase, however, does not seem to be expressed
in plasma cells or T cells.8 Loss of function of BTK translates into
maturation inhibition of B cells with subsequent lack of produc-
tion of immunoglobulins. Individuals with X-linked agammaglob-
ulinemia, the first primary immunodeficiency state ever described,
lack BTK function, which manifests as panhypogammaglobu-
linemia and an increased risk of developing viral, bacterial, and par-
asitic infections.

As a cytoplasmic protein, the activation of BTK starts at
the level of the plasma membrane. Following BCR activation,
PI3K is phosphorylated and generates PIP3, which in turn will re-
cruit BTK. Bruton tyrosine kinase then is phosphorylated at the
site Y551 by LYN, FYN, and BLK, leading to autophosphoryla-
tion at the site Y223. Bruton tyrosine kinase then phosphorylates
phospholipase C γ2 (PLC-γ2), which activates protein kinase Cβ,
and finally NF-κB. Nuclear factor κB would then induce tran-
scription of the BKT gene and inhibit apoptosis. Bruton tyrosine
kinase, however, plays also a dual function as it can mediate apo-
ptosis through p38 mitogen-activated protein kinase. A detailed
review on the BCR activation pathway has been published.9 A
schematic representation of the BTK pathway is shown in Figure 1.
BTK IN NHL

Mantle Cell Lymphoma
The BCR repertoire appears biased in mantle cell lymphoma

(MCL), which strongly suggests a role for chronic antigenic stim-
ulation in MCL pathogenesis.10 Further evidence of the important
role of BCR signaling inMCL is suggested by the constitutive ac-
tivation of upstream components of the pathway such as LYN,
SYK, and PKC-β.11 In addition, MCL cells show activation of
NF-κB and AKT. Specifically, BTK is strongly expressed in
MCL cells. Exposure of primary MCL cells or cell lines to ib-
rutinib has resulted in decreased adhesion and migration.12 In
a phase I clinical trial, approximately 80% of patients with MCL
experienced a response to ibrutinib.13

These findings prompted a phase II clinical trial of ibruti-
nib in patients with relapsed and/or refractory MCL.14 A total of
111 patients were exposed to ibrutinib 560 mg orally (PO) daily.
The median age at initiation of therapy was 68 years, and 86%
of patients had intermediate- or high-risk disease. The overall re-
sponse rate was 68%; 21% obtained complete response, and 47%
partial response. The median time to response was 2 months. Sim-
ilar response rates occurred regardless of age, sex, race, perfor-
mance status, tumor bulk, number of prior therapies, prognostic
score, or previous exposure to lenalidomide or bortezomib. Ap-
proximately one-third of patients in this study experienced tran-
sient lymphocytosis (>50% increase in absolute lymphocyte count
and >5000 lymphocytes/mm3) with a peak at 4 weeks with re-
turn to baseline during cycle 4 or 5. With a median follow-up
of 15 months, the median progression-free survival (PFS) was
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FIGURE 1. Involvement of BTK in B cell receptor signaling.
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14 months, and the overall survival (OS) rate was 58% at
18 months. Grades 3 and 4 adverse events included neutropenia
(16%), thrombocytopenia (11%), diarrhea (6%), fatigue (5%), and
abdominal pain (5%).

Based on these results, on November 13, 2013, the US Food
and Drug Administration (FDA) approved ibrutinib in patients
with relapsed and/or refractory MCL who had received at least 1
prior line of therapy. Selected ongoing studies evaluating ibrutinib
in patients with MCL are shown in Table 1.
Diffuse Large B-Cell Lymphoma
Activated B-cell–type (ABC) diffuse large B-cell lymphoma

(DLBCL) cells are heavily dependent on NF-κB signaling for
their survival and proliferation.15 Activated B-cell–type DLBCL
cells not only express high levels of NF-κB but also have
© 2016 Wolters Kluwer Health, Inc. All rights reserved.
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demonstrated an increased sensitivity of NF-κB inhibition,
which can be explained by chronic BCR signaling. CARD11
and MYD88 are mediators of NF-κB signaling, and mutations
in these genes can be seen in approximately 50% and 30% of
patients with ABC-DLBCL, respectively.16,17

In a phase I study, 2 of 6 patients with DLBCL experienced
partial response to single-agent ibrutinib.13 In a phase IB clinical
trial, 33 patients with CD20+ NHL were treated with ibrutinib at
a dose of 560 mg PO daily in combination with rituximab, cyclophos-
phamide, doxorubicin, vincristine, and prednisone (R-CHOP).18 Of
the 18 patients with DLBCL treated with the combination, all
exhibited a response to therapy. Specifically, 70% and 100%
of patients with GC-DLBCL and ABC-DLBCL had complete re-
sponse. There seemed to be no pharmacokinetic interaction
between ibrutinib and R-CHOP, with greater than 90% BTK
occupancy at the recommended dose of 560 mg. Another phase
www.journalppo.com 35
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TABLE 1. Selected Ongoing Studies Evaluating Ibrutinib in Patients With B-Cell NHL

Identifier Indication Phase Approach

NCT01880567 MCL II Ibrutinib and rituximab
NCT02242097 MCL II Ibrutinib maintenance after intensive induction therapy
NCT02269085 MCL II Ibrutinib and carfilzomib
NCT02460276 MCL II Ibrutinib, lenalidomide, and rituximab (PHILEMON)
NCT02471391 MCL II Ibrutinib and ABT-199 (BCL-2 inhibitor) (AIM)
NCT02558816 MCL II Ibrutinib and obinutuzumab (OASIS)
NCT02356458 MCL I/II Ibrutinib and bortezomib followed by ibrutinib maintenance
NCT01974440 iNHL III Bendamustine/rituximab or R-CHOP with and without ibrutinib
NCT01955499 iNHL II Ibrutinib and lenalidomide
NCT02451111 FL II Rituximab with and without ibrutinib
NCT01855750 ABC-DLBCL III R-CHOP with and without ibrutinib
NCT02142049 DLBCL I/II Ibrutinib, lenalidomide, and DA-R-EPOCH
NCT02219737 DLBCL I Ibrutinib and ICE
NCT02165397 WM III Rituximab with and without ibrutinib (INNOVATE)

ABC indicates activated B cell; DA-R-EPOCH, dose-adjusted rituximab, etoposide, prednisone, vincristine, cyclophosphamide, doxorubicin; FL, follic-
ular lymphoma; ICE, ifosfamide, carboplatin, and etoposide; iNHL, indolent NHL; R-CHOP, rituximab, cyclophosphamide, doxorubicin, vincristine, and
prednisone.
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II study evaluated the combination of ibrutinib, bendamustine,
and rituximab in 48 patients with B-cell NHL.19 The complete re-
sponse rate in the 16 patients with DLBCLwas 31%. Selected on-
going clinical trials evaluating ibrutinib in DLBCL are shown in
Table 1. Ibrutinib is not approved for use in patients with DLBCL.

BTK IN WM
Through whole-genome sequencing studies, a recurrent mu-

tation in the MYD88 gene was identified in more than 90% of
patients meeting clinicopathological criteria for WM.20 Since
then, several research groups have confirmed the presence of the
MYD88 L265P gene mutation in patients with WM, with pre-
valence rates ranging from 80% to 100%.21–23 Approximately a
third of patients with WM also carry activating mutations in the
C-terminal domain of the CXCR4 gene.24 Patients with nonsense
(truncating mutations in the C-terminal domain) present with a
higher burden of bone marrow disease and higher levels of serum
immunoglobulin M (IgM), including symptomatic hyperviscos-
ity.25 Preclinical studies have shown that the MYD88 L265P gene
mutation triggers BTK activation that leads to NF-κB–dependent
growth and survival in WM cells,26 whereas CXCR4 mutations
confer drug resistance, including the BTK inhibitor ibrutinib.27

A schematic representation of BTK involvement in Toll-like re-
ceptor (MYD88) activation is shown in Figure 2.

These findings prompted the design and execution of a
phase II clinical trial on ibrutinib in patients with relapsed and/
or refractory WM.28 In that study, 63 patients with symptomatic
WM who had received at least 1 previous treatment received ib-
rutinib 420 mg PO daily until disease progression or unacceptable
toxicity. At the time of best response, 10 patients achieved a very
good partial response (IgM decrease >90% with residual M-spike
in serum protein electrophoresis), 36 achieved partial response
(IgM decrease >50% but <90%), and 11 minor response (IgM de-
crease between 25% and 50%). The median time to at least a mi-
nor response was 4 weeks. The overall response rates were similar
regardless of age, performance status, International Prognostic
Scale System for Waldenstrom macroglobulinemia score, β2-
microglobulin level, hemoglobin level, IgM level, bone marrow
involvement, or previous number of regimens. Response rates
to ibrutinib, however, differed based on genomic profile. Updated
36 www.journalppo.com
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response data showed that patients who carried the MYD88 muta-
tion alone experienced a major response rate (at least partial re-
sponse) of 92% compared with 62% in patients with MYD88
andCXCR4mutations (doublemutant) and in none of the patients
who were wild type for both MYD88 and CXCR4.29

After a median duration of treatment of 19 months, ap-
proximately 70% of patients continue on active therapy. Half of
the patients stopped therapy because of nonresponse, progression,
or toxicity. The most common grade 3 or 4 adverse events were
neutropenia (15%) and thrombocytopenia (13%). Other grade 3
adverse events included anemia, atrial fibrillation, pneumonia,
herpes zoster, endocarditis, subcutaneous abscess, urinary tract in-
fection, hematoma, and syncope (2% each).

Based on these data, on January 29, 2015, the US FDA ap-
proved ibrutinib for the treatment of patients with symptomatic
WM. On July 10, 2015, the European Commission granted mar-
keting authorization for ibrutinib in all 28 members of the Euro-
pean Union for WM patients who had received at least 1 prior
line of treatment or in untreated WM patients otherwise not suit-
able for chemoimmunotherapy. A randomized study evaluating
rituximab +/− ibrutinib in untreated and relapsed patients with
WM is ongoing (Table 1).

BTK IN CLL
Bruton tyrosine kinase is fundamental to the pathophysiol-

ogy of CLL cells because it serves as one of the main nodes in
the BCR pathway, which is stimulated by the stromal microenvi-
ronment to promote CLL cell survival. Lymph node–derived CLL
cells have a gene expression profile similar to activated B cells
that leads to increased proliferation compared with matched pe-
ripheral blood samples from the same patients.30 In addition to
its prosurvival role, BCR signaling also facilitates CLL cell traf-
ficking within the microenvironment.31 Tonic signaling through
the BCR has been described, which may further contribute to its
functional importance in the CLL cell.32 Interestingly, approxi-
mately one-third of CLL patients have a stereotyped BCR, which
is associated with distinct clinical characteristics and may respond
differently to antigen than nonstereotyped BCRs.33

An important early observation when BTK and other BCR
kinase inhibitors were first given to CLL patients was that the
© 2016 Wolters Kluwer Health, Inc. All rights reserved.
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FIGURE 2. Involvement of BTK in Toll-like receptor signaling.
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majority experienced an initial rise in their lymphocyte count in
the setting of lymph node shrinkage. This “lymphocyte redistribu-
tion” phenomenon is thought to result from the release of CLL
cells into the peripheral blood from the microenvironmental
niches such as the bone marrow and lymph nodes. Lymphocyte
redistribution typically occurs within days of initial dosing of
ibrutinib and resolves for most patients within a few months, al-
though some patients have persistent lymphocytosis for a year or
TABLE 2. Selected Ongoing Studies Evaluating Ibrutinib in Patients

Identifier Indication Phase

NCT01886872 Untreated III

NCT02048813 Untreated III
NCT02301156 R/R, high-risk III

NCT02427451 Untreated and R/R II
NCT02420912 Untreated, high-risk II
NCT02537613 R/R II
NCT02268851 R/R II
NCT02160015 R/R II
NCT02007004 R/R II
NCT01886859 R/R II

PI3K indicates phosphatidylinositol-3 kinase; R/R, relapsed and/or refractor

© 2016 Wolters Kluwer Health, Inc. All rights reserved.

Copyright © 2016 Wolters Kluwer 
more.34 Because patients with lymphocytosis on ibrutinib usually
have clear signs of disease response and clinical benefit, these pa-
tients are best classified as having achieved a nodal response with
lymphocytosis.35 It appears that these patients with lymphocytosis
have equally good outcomes as do thosewho do not experience it.36

The clinical benefit of ibrutinib in CLL was first observed
as part of the phase I study in lymphoid malignancies and promp-
ted a CLL/small lymphocytic lymphoma-specific phase IB/2A
trial that enrolled both patients with relapsed refractory disease
as well as a small cohort of older patients with previously un-
treated disease. In the relapsed/refractory cohort, 85 patients with
CLL/SLL were enrolled and received either 420 mg (n = 51) or
840 mg (n = 34) daily on a continuous schedule until time of pro-
gression or unacceptable toxicity.37 The patient population was
enriched for high-risk prognostic markers, and most patients had
several lines of prior therapy. The overall response rate based on
standard International Workshop on-CLL criteria was 71% (in-
cluding 2 complete responses). When including the additional pa-
tients with nodal response with lymphocytosis, approximately
88% of patients achieved clinical benefit. The response rate was
equivalent in patients with high-risk del(17p) and unmutated
Immunoglobulin heavy chain variable region gene CLL. A recent
update of this data set was published and suggested that these re-
sponses were durable for most patients, with an estimated PFS
of 69% at 30 months of follow-up.34 The only subgroup thus far
with clearly suboptimal PFS is the del(17p) population, where the
median PFS is only 28 months.

Several of the del(17p) patients who progressed were sub-
sequently found to have C481S mutations in the BTK gene, and
2 patients had mutations in PLC-γ2 that were thought to directly
lead to treatment resistance.38 Based largely on the data from
this study, the FDA granted accelerated approval for ibrutinib for
relapsed/refractory CLL on February 12, 2014.

The benefits of ibrutinib in the relapsed/refractory CLL pop-
ulation were subsequently confirmed in the RESONATE trial,
a randomized phase III study of ibrutinib versus the anti-CD20
monoclonal antibody ofatumumab.39 In addition to a dramatic im-
provement in PFS for ibrutinibversus ofatumumab (not reached vs
8.1 months), ibrutinib also strikingly showed an OS benefit, with
a 12-month OS of 90% versus 81%, despite the fact that cross-
over from the ofatumumab to the ibrutinib arm was allowed.
The data from this study led to the full FDA approval of ibrutinib
for CLL on July 28, 2014. Based on a high response rate in del
(17p) and the paucity of effective treatment options for this
With CLL

Approach

Bendamustine and rituximab vs rituximab and ibrutinib vs
ibrutinib alone

FCR vs ibrutinib and rituximab
Ibrutinib and ublituximab (novel anti-CD20 monoclonal antibody) vs
ibrutinib alone

Ibrutinib, obinutuzumab and ABT-199 (BCL-2 inhibitor)
Ibrutinib and nivolumab (anti-PD-1 monoclonal antibody)
Ibrutinib and obinutuzumab
Ibrutinib and TGR-1202 (PI3K inhibitor)
Ibrutinib, lenalidomide, and rituximab
Ibrutinib and rituximab vs ibrutinib alone
Ibrutinib and lenalidomide

y.
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subgroup, approval was also given for frontline therapy of del
(17p) CLL patients.

The 31 patients with previously untreated elderly CLL/SLL
who received ibrutinib as initial therapy were recently reported.40

Twenty-two (71%) of 31 patients achieved an objective response,
including 4 patients (13%) with a CR and 1 patient (3%) with a
nodular PR. An additional 4 patients (13%) achieved a partial re-
sponse with lymphocytosis. The promising efficacy and safety of
ibrutinib in this population have raised the question of whether
this should be the preferred option for initial therapy for most
elderly patients with CLL. This question will be addressed by
the recently completed large, randomized phase III RESONATE-2
study of ibrutinib versus chlorambucil (NCT01722487), which
if positive may establish ibrutinib as a new standard of care for
frontline CLL therapy in the elderly. Other key ongoing random-
ized studies with ibrutinib in the frontline setting include a phase
III Alliance randomized study of BR versus ibrutinib versus
ibrutinib-R (NCT01886872) and an Eastern Cooperative Oncol-
ogy Group randomized study of FCR (fludarabine, cyclophospha-
mide, rituximab) versus ibrutinib-R (NCT02048813).

Although highly effective as monotherapy, ibrutinib alone
rarely leads to CR in CLL. Therefore, numerous combination stra-
tegies are currently being explored. Given the large number of
these combination studies, a detailed description of each is beyond
the scope of this review. However, broadly speaking, combina-
tions are being explored in 3 general categories: ibrutinib with
chemotherapy, ibrutinib with antibodies, and ibrutinib with other
novel agents. In the ibrutinib with chemotherapy category, a recently
published phase IB study found that ibrutinib plus bendamustine/
rituximab was safe and had promising efficacy in relapsed/
refractory CLL.41 An ongoing study is exploring the combination
of ibrutinib with FCR for the upfront treatment of younger, fit pa-
tients with CLL (NCT02251548). In the ibrutinib plus antibody
category, data have recently been published on ibrutinib + rituxi-
mab42 and ibrutinib + ofatumumab,43 with another trial recently
opening of ibrutinib + obinutuzumab (NCT02537613). Ongoing
novel-agent-only combination studies include a trial exploring
dual BCR blockadewith ibrutinib + the delta-isoform PI3K inhib-
itor TGR-1202 (NCT02268851) and a triple combination strategy
of ibrutinib + obinutuzumab + venetoclax (NCT02427451). The
large number of ongoing ibrutinib combination studies will pro-
vide crucial data to help inform our approach to the management
of individual CLL patients with ibrutinib-based regimens in the
future (Table 2).
FUTURE DIRECTIONS
Modulation of the BCR through BTK inhibition has the po-

tential of becoming paramount for the treatment of B-cell dis-
orders. Ibrutinib has shown to be safe and effective in several
prospective studies in patients with CLL, MCL, WM, and others.
Several aspects of ibrutinib therapy make it a highly desirable op-
tion for patients with B-cell lymphoproliferative disorders (LPDs).
These include oral administration of the drug, favorable safety
profile, and not only single-agent activity but also ease of combi-
nation with other chemotherapeutic and/or targeted agents.

The use of ibrutinib as a single agent, however, has not trans-
lated into a cure. Specifically inWM, not 1 patient had obtained a
CR while undergoing therapy with ibrutinib. Therefore, combina-
tion regimens are warranted to deepen responses and also prolong
PFS and/or OS. A number of studies combining ibrutinib with
chemotherapeutic agents are ongoing and are already showing
early evidence of efficacy without concerning safety issues. The
design of such studies, however, would need to define the role
of BTK inhibition. Concurrent versus sequential regimens are
38 www.journalppo.com
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currently being evaluated in clinical trials. Perhaps the most inter-
esting approach would be to combine BTK inhibitors with other
orally administered molecularly targeted agents such as PI3K or
BCL2 inhibitors, among others. Again, preclinical data are en-
couraging, but prospective clinical trials are necessary to further
evaluate the safety of such combinations.

Besides improving the outcome of patients with B-cell
LPDs, combinations containing BTK inhibitors could potentially
consider stopping therapy in the future. As it stands now, BTK in-
hibition is indefinite, until progression of disease or unacceptable
toxicity, based on the design of the studies that supported the ap-
proval of ibrutinib. Stopping BTK inhibition is not only appealing
from the perspective of patients not taking pills indefinitely, but
also to decrease the financial burden in our already overwhelmed
medical system. At a cost of approximately $100,000 per year of
therapy, ibrutinib is among the most expensive medications cur-
rently marketed in the United States and Europe. Given the costs
associated with ibrutinib therapy, its use would have to be rational
and thoughtful. The use of a genomic-based treatment approach
such as the use of MYD88 and CXCR4 mutation status in WM
could help delineate more appropriate candidates for ibrutinib
therapy. This is paramount in the context of a number of novel oral
agents coming up to the market at high prices.

Further research is needed to understand the biological basis
for the adverse events associated with ibrutinib therapy such as
bleeding and the increased risk of atrial fibrillation. In addition, re-
sistance mechanisms would have to be elucidated. Resistance to
ibrutinib appears heterogeneous among different B-cell processes
and ranges from BTK and PLC-γ2 mutations in CLL to CDK4
overexpression in MCL to CXCR4 mutations in WM. Under-
standing these mechanisms would help not only improving our
selection of patients for ibrutinib therapy but also designing stud-
ies focused on those patients who are less likely to benefit from
BTK inhibition.

Newer oral BTK inhibitors have entered clinical trials. CC-292
(Celgene) has reported PR rates ranging from 31% to 67% in
patients with relapsed and/or refractory CLL/SLL (Brown ASH
2014). ONO-4059 (Ono Pharma) has shown overall response rate
(ORR) of 84% in relapsed/refractory CLL with 89% ORR in pa-
tients with del17p (Salles ASH 2013). ORR of 42% was reported
in patients with iNHL with ORR of 52% in MCL (Rule ASH
2013). ACP-196 (Acerta Pharma) has also entered clinical trials
for CLL and indolent NHL. Notably, a randomized study of
ACP-196 versus ibrutinib in previously treated patients with
high-risk CLL is underway (NCT02477696).

Overall, BTK inhibition is here to stay as it has already
shown unprecedented efficacy with a manageable safety profile.
The careful design of prospective clinical trials would further de-
fine the role of BTK inhibition in patients with B-cell LPDs.
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