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Historical perspective and chemical
development

The potential of Abl kinase inhibitors for
the treatment of Abl-related leukemias
was suggested as early as 1989." Several
tyrphostins, a series of compounds derived
from the erbstatin, an inhibitor of the epi-
dermal growth factor receptor were shown
to be potent and rather specific inhibitors
of Ber-Abl, with biological activity in cell
lines derived from patients with chronic
myeloid leukemia (CML).2 Tyrphostins were
however not developed clinically. Imatinib,
the first clinically viable Abl kinase
inhibitor, is the result of a medicinal
chemistry project initiated by Ciba Geigy
(now Novartis) in the early 1990s, with
protein kinase C as the initial target. Dur-
ing this project, a 2-phenylaminopyrimi-
dine derivative was identified as the lead
compound** (Figure 1).

This compound, a low potency inhibitor
of both serine/threonine and tyrosine
kinases, served as the starting point for
the synthesis of a series of derivatives. The
cellular activity (as opposed to activity in
cell free systems) was enhanced by the
addition of a 3'-pyridyl group at the 3'-
position of the pyrimidine (Figure 1A).

Activity against tyrosine kinases was
enhanced by introduction of a benzamide
group at the phenyl ring (Figure 1B).
Analysis of structure activity relationships
showed that substitutions at the 6-posi-
tion of the anilino phenyl ring led to loss
of PKC inhibition, while the introduction
of a flag-methyl group at this position
retained or enhanced activity against tyro-
sine kinases, including Abl (Figure 1C). The
first series of compounds had low water
solubility and poor oral bioavailability. The
attachment of a highly polar side chain,
N-methylpiperazine, markedly improved
solubility and oral bioavailability (Figure
1D). STI571 (formerly CGP57148B, now
imatinib mesylate, Gleevec® or Glivec®)
emerged as the most promising compound
for clinical development in Philadelphia
chromosome (Ph)-positive leukemia, since

it had the highest selectivity for growth
inhibition of Ber-Abl expressing cells. Bio-
chemical studies showed that imatinib
acts as an ATP-competitive inhibitor of the
Abl kinase.®

Structure function analysis

The crystal structure of the Abl kinase
domain (KD) in complex with imatinib was
solved only after the clinical efficacy of
the drug was established beyond doubt.®’

The catalytic domains of kinases have a
canonical bilobar structure, with a small-
er N-terminal predominantly consisting of
antiparallel -sheets and a larger, pre-
dominantly helical, C-terminal lobe. The
amino acid residues critical for catalytic
activity line the cleft between the two
lobes. Important structural features
include the ATP-binding loop (p-loop), the
highly conserved aspartate-phenylala-
nine-glycine (DFG) motif and the activa-
tion loop. The position of the activation
loop is central for regulation of kinase
activity. Surprisingly, the position in the
AbIK: imatinib complex resembled the
closed activation loop conformation of
inactive kinases (Figure 2). In this confor-
mation the activation loop of Abl occludes
the mouth of the kinase, mimicking a sub-
strate and preventing productive binding
of substrate and ATP. In the open confor-
mation the activation loops swings away
from the catalytic center, with a short 3
sheet within the loop providing a scaffold
for binding of substrates. While the con-
formations of the activation loops in
active kinases are very similar to each oth-
er, they are much more distinct in inactive
kinases. Thus, the finding that imatinib
binds an inactive conformation of Abl
explained the selectivity of imatinib for
Abl over closely related kinases such as

Preclinical profiling

In vitro activity. The IC50 values for inhi-
bition of platelet derived growth factor
receptor (PDGFR), Kit and Abl in in vitro
kinase assays are in the nanomolar range.

haematologica reports 2005; 1(issue 8):October 2005



| I: |
L ©
@

Figure 1. Lead optimization. Development of imatinib from
a 2-phenylaminopyrimidine backbone (shown in black).
(A) Activity in cellular assays was improved by introduc-
tion of a 3’pyridyl group (red) at the 3’- position of the
pyrimidine. (B) Activity against tyrosine kinases was fur-
ther enhanced by addition of a benzamide group (blue) to
the phenyl ring. (C) Attachment of a flag-methyl group
(magenta) ortho to the diaminophenyl ring strongly
reduced activity against protein kinase C. (D) Addition of
an N-methylpiperazine (green) increased water-solubility
and oral bioavailability. Adapted from Deininger et al.
Blood 2005;105:2640-53.

Some activity was seen against Lck, a Src kinase,
whereas other tyrosine and serine/threonine kinase
were resistant to concentrations >100 uM (Table 1).
These data were mirrored in cellular phosphorylation
and proliferation assays of cell lines expressing acti-
vating mutations of PDGFR, Kit and Abl, although the
ICso levels are approximately 10-fold higher, in the
range of 0.25-0.5 uM.®* Whether this reflects drug
efflux, the presence of a cellular protein that that
interferes with drug binding or simply the fact that
intracellular ATP levels are higher than the concen-
trations used in kinase assays is unknown.

BCR-ABL-positive cells treated with imatinib under-
go apoptosis, consistent with inhibition of apoptosis by
the tyrosine kinase activity of Ber-Abl. Colony forma-
tion by CML progenitor cells was inhibited at similar
concentrations, with relatively little effect on normal
progenitor cells at concentrations below one uM.®

Animal models. Imatinib administered twice daily by
oral gavage was shown to dose-dependently inhibit
the growth of tumors in mice injected subcutaneous-
ly with 32D cells expressing Ber-Abl, while growth of
tumors expressing active Src was not affected.” How-
ever, no tumor eradication was seen.

This may reflect the rather unsatisfactory pharma-
cokinetics of imatinib in mice, as a subsequent study
in a nude mouse model using the human CML cell line
KuB812 clearly demonstrated that continuous inhibi-
tion of Ber-Abl activity requires three times daily dos-
ing and that with this schedule a significant propor-
tion of animals are cured.” Inadequate dosing may
also be the reason why only moderate activity was
seen in a murine CML model."
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Figure 2. Structure of the Abl kinase domain in complex with
imatinib. Shown is the conformation of Abl (blue) in complex
with imatinib (orange), with the activation loop (magenta) in
a closed conformation. The ATP binding loop (yellow) folds
down over the inhibitor (induced fit). Figure prepared by San-
dra W. Cowan-Jacob based on reported structures.”>* Adapt-
ed from Deininger et al. Blood. 2005;105:2640-53.

Clinical trials

Phase | studies. Phase | studies started in June 1998
and established the efficacy of imatinib in patients
with CML in all phases. In patients with late chronic
phase a complete hematologic response (CHR) was
seen in close to 100% at doses of at least 300 mg ima-
tinib daily, and a sizable fraction of patients attained
major cytogenetic response (MCR) or complete cyto-
genetic responses (CCR)."? Results in patients with
blast crisis were less impressive, with high rates of
relapse after initial responses, in particular with lym-
phoid blast crisis.” Non-hematologic toxicity was usu-
ally mild and included fluid retention, nausea, diar-
rhea, muscle cramps, arthralgia and skin rashes. Grade
3/4 neutropenia and thrombocytopenia were common,
particularly in advanced disease. It is thought that
rather than toxicity sensu strictu this reflects sup-
pression of the leukemic clone in patients without suf-
ficient reserve of Ph-negative progenitor cells to
restore hematopoiesis. No maximum tolerated dose
(MTD) was formally established in these trials. Studies
in patients with gastrointestinal stromal tumors sub-
sequently established the MTD as 1000 mg daily.™
With 400 mg imatinib daily mean trough levels at
steady state were 1.43 uM, approximately 5-fold the
ICs0 in cell proliferation assays. Based on this and
almost 100% CHR with 300 mg imatinib daily in
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Table 1. Inhibition of protein kinases by imatinib.

Enzyme Substrate phosphorylation ICso [uM] Cellular tyrosine phosphorylation ICso [uM]
c-ABL 0.2;0.025* ND
v-ABL 0.038 0.1-0.3

p21 Oscrase 0.025* 0.25
p185 scrasL 0.025* 0.25
TEL-ABL ND 0.35
PDGF-R cand f8 0.38 (PDGF-RP) 0.1
Tel-PDGF-R ND 0.15
c-KIT 0.41 0.1
FLT-3 >10 >10
Btk >10 ND
c-FMS and v-FMS ND >10
c-SRC >100 ND
v-SRC ND >10
c-LYN >100 ND
c-FGR >100 ND
LCK 9.0 ND
SYK (TPK-11B) >100 ND

JAK-2 >100* >100

EGF-R >100 >100

Insulin receptor >10 >100
IGF-IR >10 >100

FGF-R1 31.2 ND
VEGF-R2 (KDR) 10.7 ND
VEGF-R1 (FLT-1) 19.5 ND
VEGF-R3 (FLT-4) 5.7 ND
TIE-2 (TEK) >50 ND
c-MET >100 ND

PKA >500 ND

PPK >500 ND
PKCa, 31, $2,v,9,¢€,C, orn >100 ND
Protein kinase CK-1, CK-2 >100 ND
PKB >10 ND

p38 >10 ND

PDK1 >10 ND

c-Raf-1 0.97 ND
CDC2/cyclin B >100 ND

Imatinib concentrations causing a 50% reduction in kinase activity (ICso) are given. *ICso was determined in immunocomplex assays. PDGF-R, platelet-derived growth factor
receptor; Btk, Bruton’s tyrosine kinase; TPK, tyrosine-protein kinase; EGF-R, epidermal growth factor receptor; IGF-IR, insulin-like growth factor receptor I, FGF-R1,
fibroblast growth factor receptor 1; VEGF-R, vascular endothelial growth factor receptor; PKA, cAMP-dependent protein kinase; PPK, phosphorylase kinase; PKC, protein
kinase C; CK, casein kinase; PKB, protein kinase B (also known as Akt); PKD1, 3-phosphoinoside-dependent protein kinase 1. ND — not done.

Table 2. Responses to imatinib in blast crisis and accelerated phase of CML.

Overall hematologic  Sustained hematologic MCR CCR Median survival
response/CHR responses (> 4 weeks)

Myeloid blast crisis (%) 52/15 31 16 7 6.8 months
(n=229)

Ph-positive ALL* (%) 59/22 27 not available notavailable 4.9 months
(n=156)

Accelerated phase (%) 82/53 69 24 17 Not reached
(n=181)

Chronic phase after 95% sustained CHR 60 41 Not reached

failure of IFN

* Also lymphoid blast crisis of CML. CHR — complete hematologic response; MCR — major cytogenetic response; CCR — complete cytogenetic response.
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Table 3. Responses to imatinib vs IFN plus cytarabine in newly diagnosed CML patients in chronic phase.

CHR MCR CCR Progression-free survival (14 months)
Imatinib (%)
(n=553) 95.3 85.2 73.8 92.1
IFN+ Cytarabine (%)
(n=553) 55.5 22.1 8.5 73.5
p= 0.001 0.001 0.001 0.001

Median duration of follow up = 19 months. CHR — complete hematologic response; MCR — major cytogenetic response; CCR — complete cytogenetic response

chronic phase patients a dose of 400 mg daily was
chosen for the phase Il studies.

Phase Il studies. Several multicenter trials enrolled
more than 1,000 patients worldwide and largely con-
firmed the phase | results (Table 2)."'® However,
results for chronic phase patients were considerably
better, with >40% of patients achieving CCR. For
patients with advanced disease, the initial dose of
400 mg daily was subsequently increased to 600 mg,
when safety data with the higher dose became avail-
able. Retrospective comparison of the two groups
demonstrated superior overall and progression free
survival for the 600 mg cohort. The combination of
phase | and Il studies led to regulatory approval of
imatinib for the treatment of advanced CML and
relapsed Ph-positive acute lymphoblastic leukemia
(ALL).

Phase Ill study. Imatinib was then compared to the
combination of interferon-o. and low dose subcuta-
neous cytarabine in a phase Ill trial. This study
allowed crossover between arms for intolerance and
inadequate response. Imatinib was found to be vast-
ly superior in terms of rates of CHR, MCR, CCR, and
freedom from progression to accelerated phase and
blast crisis (Table 3).” Overall survival was not sig-
nificantly different at first, reflecting the fact that
many patients in the interferon/cytarabine arm could
be rescued with imatinib, but an advantage for ima-
tinib was subsequently demonstrated with longer
follow-up.” This study established imatinib as the
first line drug therapy for newly diagnosed patients
with CML.

Prognostic factors in newly diagnosed patients.
High Sokal risk is correlated with a lower rate of CCR
and shorter progression free survival in newly diag-
nosed patients.'” However, time-dependent variables
that essentially measure the in vivo drug sensitivity
of the disease are more powerful predictors of out-
come. Thus, patients with CCR who achieve a reduc-
tion of BCR-ABL transcripts by 3-log or more (termed
a major molecular response, MMR) at 12 months
have a lower risk of progression than patients with
CCR but <3-log reduction of BCR-ABL mRNA, and
the latter have a lower risk than patients without
CCR at 12 months.”
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High dose imatinib

High dose imatinib, i.e. a dose of 800 mg daily
rather than 400 mg, were used in several single-
armed and single institutional studies of patients
with or newly diagnosed chronic phase. These stud-
ies generally show a trend towards more profound
responses at earlier time points.”** These data are
consistent with the observation that that hemato-
logic or cytogenetic refractoriness to standard dose
imatinib can be overcome by dose escalation in
approximately 1/3 of patients.* Whether high dose
therapy is truly superior to standard dose remains to
be proven in a prospective randomized study. Sever-
al large trials to this end are currently underway in
Europe and the US.

Resistance to imatinib

Acquired or secondary resistance, defined as loss of
a given level of response, must be distinguished from
primary resistance or refractoriness, as the underly-
ing mechanisms may be different. The key feature of
acquired resistance is reactivation of Ber-Abl kinase,
as demonstrated by an increased phosphorylation of
CrkL, a specific substrate of Ber-Abl.> Mutations in
the KD of Abl that impair imatinib were detected in
50-90% of patients with acquired resistance to ima-
tinib.>** BCR-ABL gene amplification or increased
levels of BCR-ABL mRNA is present in a minority of
patients.*

KD mutations. Resistance inducing point mutations
of Ber-Abl have been described in more than 20 dif-
ferent amino acids but tend to cluster in certain
regions of the KD, most importantly the P-loop, thre-
onine 315 and methionine 351 (Figure 3). KD muta-
tions may confer imatinib resistance by one of three
mechanisms. (i) Mutations may alter sites directly
involved in drug binding. The best example is T315,
which makes a hydrogen bond with imatinib. In the
T315] mutant, threonine is replaced with the bulky
isoleucine, eliminating the hydrogen bond and caus-
ing a sterical clash with imatinib. (ij) Mutations may
prevent the conformational changes required for
drug binding. Examples include mutations of the p-
loop. (iij) Mutations may favor the active conforma-
tion of the kinase, from which imatinib is sterically
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Figure 3. Frequency of BCR-ABL mutants isolated from
clinical specimens (n=166). Mutations cluster in four dis-
tinct regions of the kinase domain. Mutations of the ATP-
binding loop (amino acids 248-255) are most common,
followed by mutations of T315, which forms a hydrogen
bond with imatinib. M351 interacts with the SH2 domain
and participates in autoregulation of kinase activity. The
fourth cluster encompasses the activation loop (amino
acids 379-398). From Deininger et al. Blood. 2005;105:
2640-53.

excluded. This mechanism probably underlies the
resistance of activation loop mutants such as H396P.
The rather common M351T mutant may also belong
to this category, as it eliminates the site of an
inhibitory interaction between the Abl kinase and
SH2 domain, which may favor the kinase active con-
formation. The level of imatinib resistance conferred
by these mutations is extremely variable. For exam-
ple the E255K and 0T315| mutants are more than
100-fold less sensitive to imatinib in kinase assays,
while the M351T mutant is only 3-4-fold less sensi-
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Figure 4. Relative sensitivity of selected Bcr-Abl kinase
domain mutants in in vitro kinase and cell proliferation
assays. From Corbin et al. Blood. 2003;101(11):4611-4.
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tive and the sensitivity of F311L is close to unmutat-
ed Ber-Abl® (Figure 4). This has clinical implications,
as a response to imatinib may be recaptured with
dose escalation in the case of mutants with low
resistance, whereas this would hardly be efficacious
for highly resistant mutants such as T315l. Other
treatment options for resistant disease include com-
binations with conventional agents such as cytara-
bine or other signal transduction inhibitors. Howev-
er, given that Ber-Abl kinase activity remains central
to disease pathogenesis at the time of recurrence,
novel more potent Abl kinase inhibitors such as dasa-
tinib®* or AMN107* with activity against most KD
mutants except T315| are more promising. Clearly,
patients who progress to accelerated phase or blast
crisis should be offered an allogeneic transplant if
eligible.

Disease persistence

The incidence of refractoriness is closely correlat-
ed with disease phase and the level of response con-
sidered. Thus, hematologic refractoriness is common
in myeloid blast crisis but very rare in chronic phase,
while refractoriness at the molecular level (i.e. fail-
ure to achieve negativity by RT-PCR) is the rule even
in chronic phase (Figure 5). Since most patients, at
least in developed countries, are diagnosed in chron-
ic phase, this group of patients is clearly most rele-
vant. There is currently no universally accepted def-
inition of complete molecular response (CMR), but
an emerging consensus is that the diagnosis of CMR
should be based on a PCR test with a sensitivity of at
least 1:105 (leukemia cells/normal cells), a level of
sensitivity that is usually only achieved with nested
PCR, and at least one negative confirmatory test.*

M-BC AP late CF early CP

Figure 5. Frequency of complete hematologic, complete
cytogenetic and complete molecular responses in CML
patients treated with imatinib, according to disease phase.
From Deininger et al. Blood. 2005;105(7):2640-53.
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Table 4. Reported rates of complete molecular remission.
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CMR (%) Disease state Imatinib dose (mg) authors
3 CP1, up-front 400 Hughes et al. 2003*
0 IFN failure 400 Merx et al.2002*
13 IFN 400 Kantarjian et al.2003*
41 IFN 800 Cortes et al.2003*
28 CP1, up-front 800 Kantarjian et al.”

The lack of a universal consensus may contribute to
the large variations in CMR incidence across pub-
lished studies (Table 4). The fact that in patients with
CCR disease recurrence is the rule after discontinu-
ation of therapy except in patients previously treat-
ed with allogeneic stem cell transplantation indicates
that the persistent leukemia cell population has full
leukemogenic potential,”*° suggesting that patients
remain at risk of relapse. It is currently unknown
which properties allow leukemic stem cells to survive
in the presence of imatinib. It is not even known
whether Ber-Abl kinase is active in the persistent
cells or not and thus it is unknown whether disease
persistence is Bcr-Abl-dependent or not. Several
mechanisms have been proposed (reviewed in“). CML
patients are known to harbor a population of primi-
tive quiescent cells that have the capacity of repop-
ulating immunodeficient mice.* In vitro these cells
are resistant to imatinib,** and it has been suggested
that they may be equivalent to the persistent popu-
lation, a notion that is unproven. A small study
reported KD mutations in 5/13 patients in CCR and
mutations were detected in four additional patients
on follow-up, associated with a rise in BCR-ABL
mRNA.® Importantly, the majority of mutations
detected in these patients confer only a moderate
degree of imatinib resistance, suggesting that they
may be sufficient to maintain the clone's viability in
the presence of drug, but not support its expansion.
As larger studies reported a much lower incidence of
relapse in patients with CCR, this finding may not be
relevant for the ‘typical’ patient in CCR. Imatinib is a
substrate for drug transporters such as Pgp,** it is
also possible that intracellular drug concentrations in
the leukemic stem cells are much lower than plasma
levels suggest. As imatinib is actively transported into
the cells by Hoct1, another drug transporter, lack of
this protein in leukemic stem cells could also be
responsible.®* Lastly, it has been reported that the
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levels of BCR-ABL mRNA are much higher in imma-
ture progenitor cells than in their differentiated prog-
eny.” If this was correlated with high protein levels,
then such cells would be innately capable of tolerat-
ing much higher drug concentrations. With all the
aforementioned mechanisms Ber-Abl is central to the
persistent phenotype. This implies that more potent
Abl inhibitors with activity against KD mutant Ber-
Abl that are not substrates for drug pumps may be
able to eradicate persistent disease. However, it is
also conceivable that leukemic stem cells are not or
not entirely dependent on Ber-Abl for their survival.
In fact, CML progenitor cells are not completely
growth factor independent,® suggesting that physi-
ological survival pathways are intact and may be uti-
lized if Ber-Abl is inhibited. In line with this, activa-
tion of mitogen activated kinase signaling has been
shown in CD34- cells treated with imatinib ex vivo.”

Summary

Imatinib is the standard drug therapy for CML
patients in all phases. Non-hematologic side effects
are usually mild. The durability and depths of
response is inversely correlated with disease stage at
initiation of therapy. Time-dependent variables such
as CCR are powerful predictors of outcome. Resis-
tance is almost invariably Ber-Abl-dependent and
caused by KD mutations and less frequently increased
expression of Bcr-Abl. Alternative Abl kinase
inhibitors are emerging as the most promising strat-
egy to overcome resistance. Persistence of disease at
the molecular level is the rule even in chronic phase
patients, and recurrence is the rule after discontinu-
ation of drug. Elucidating the underlying mechanisms
may be critical to the long-term success of imatinib.

Acknowledgement

The author is grateful to Chris Koontz, OHSU, for
editorial assistance.

25



Session lll e Tyrosine Kinase Inhibitors

References

1.

26

Gazit A, Yaish P, Gilon C, Levitzki A. Tyr-
phostins |: synthesis and biological activ-
ity of protein tyrosine kinase inhibitors. J
Med Chem 1989;32:2344-52.

. Anafi M, Gazit A, Zehavi A, Ben Neriah Y,

Levitzki A. Tyrphostin-induced inhibition
of p210ber-abl tyrosine kinase activity
induces K562 to differentiate. Blood
1993; 82:3524-9.

. Zimmermann J, Buchdunger E, Mett H et

al. Phenylamino-Pyrimidine (PAP)-Deriv-
atives: A New Class of Potent and High-
ly Selective PDGF-Receptor Autophos-
phorylation Inhibitors. Bioorganic &
Medicinal Chemistry Letters. 1996;6:
1221-6.

. Zimmermann J, Buchdunger E, Mett H,

Meyer T, Lydon NB. Potent and selective
inhibitors of the Abl kinase - Pheny-
lamino-pyrimidine (PAP) derivatives.
Bioorganic & Medicinal Chemistry Let-
ters 1997,;7:187-92.

. Cowan-Jacob SW, Guez V, Fendrich G et

al. Imatinib (STI571) resistance in chron-
ic myelogenous leukemia: molecular
basis of the underlying mechanisms and
potential strategies for treatment. Mini
Rev Med Chem 2004;4:285-99.

. Shah NP, Nicoll JM, Nagar B et al. Mul-

tiple BCR-ABL kinase domain mutations
confer polyclonal resistance to the tyro-
sine kinase inhibitor imatinib (STI571) in
chronic phase and blast crisis chronic
myeloid leukemia. Cancer Cell 2002;2:
117-25.

. Schindler T, Bornmann W, Pellicena P et

al. Structural mechanism for STI-571
inhibition of abelson tyrosine kinase. Sci-
ence 2000;289:1938-42.

. Deininger M, Goldman JM, Lydon NB,

Melo JV. The tyrosine kinase inhibitor
CGP57148B selectively inhibits the
growth of BCR-ABL positive cells. Blood.
1997;90:3691-8.

. Druker BJ, Tamura S, Buchdunger E et al.

Effects of a selective inhibitor of the Abl
tyrosine kinase on the growth of Ber-Abl
positive cells. Nat Med. 1996;2:561-6.

. le Coutre, Mologni L, Cleris L et al. In vivo

eradication of human BCR/ABL-positive
leukemia cells with an ABL kinase
inhibitor. J Natl Cancer Inst. 1999;91:
163-8.

. Wolff NC, llaria RL, Jr. Establishment of a

murine model for therapy-treated chron-
ic myelogenous leukemia using the tyro-
sine kinase inhibitor STI571. Blood 2001;
98:2808-16.

. Druker BJ, Talpaz M, Resta DJ et al. Effi-

cacy and safety of a specific inhibitor of
the BCR-ABL tyrosine kinase in chronic
myeloid leukemia. N Engl J Med. 2001;
344:1031-7.

. Druker BJ, Sawyers CL, Kantarjian H et al.

Activity of a specific inhibitor of the BCR-
ABL tyrosine kinase in the blast crisis of
chronic myeloid leukemia and acute lym-
phoblastic leukemia with the Philadel-
phia chromosome. N Engl J Med 2001;
344:1038-42.

. van Oosterom AT, Judson |, Verweij J et al.

Safety and efficacy of imatinib (STI571)
in metastatic gastrointestinal stromal
tumours: a phase | study. Lancet 2001;
358:1421-3.

. Kantarjian H, Sawyers C, Hochhaus A et

al. Hematologic and cytogenetic respons-

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

es to imatinib mesylate in chronic myel-
ogenous leukemia. N Engl J Med 2002;
346:645-52.

Talpaz M, Silver RT, Druker BJ et al. Ima-
tinib induces durable hematologic and
cytogenetic responses in patients with
accelerated phase chronic myeloid
leukemia: results of a phase 2 study.
Blood 2002;99:1928-37.

Sawyers CL, Hochhaus A, Feldman E et
al. Imatinib induces hematologic and
cytogenetic responses in patients with
chronic  myelogenous leukemia in
myeloid blast crisis: results of a phase Il
study. Blood 2002;99:3530-9.

Ottmann OG, Druker BJ, Sawyers CL et al.
A phase 2 study of imatinib in patients
with relapsed or refractory Philadelphia
chromosome-positive acute lymphoid
leukemias. Blood 2002;100:1965-71.
O'Brien SG, Guilhot F, Larson RA et al.
Imatinib compared with interferon and
low-dose cytarabine for newly diagnosed
chronic-phase chronic myeloid leukemia.
N Engl J Med 2003;348:994-1004.
Guilhot Fftlsg. Sustained Durability of
Responses Plus High Rates of Cytogenet-
ic Responses Result in Long-Term Bene-
fit for Newly Diagnosed Chronic-Phase
Chronic Myeloid Leukemia (CML-CP)
Treated with Imatinib (IM) Therapy:
Update from the IRIS Study. Blood 2004;
104:10a.

Hughes TP, Kaeda J, Branford S et al. Fre-
quency of major molecular responses to
imatinib or interferon alfa plus cytara-
bine in newly diagnosed chronic myeloid
leukemia. N Engl J Med 2003;349:1423-
32.

Kantarjian H, Talpaz M, O'Brien S et al.
High-dose imatinib mesylate therapy in
newly diagnosed Philadelphia chromo-
some-positive chronic phase chronic
myeloid leukemia. Blood 2004;103:2873-
8.

Cortes J, Giles F, O'Brien S et al. Result of
high-dose imatinib mesylate in patients
with Philadelphia chromosome--positive
chronic myeloid leukemia after failure of
interferon-o.. Blood 2003;102:83-86.
Kantarjian HM, Talpaz M, O'Brien S et al.
Dose escalation of imatinib mesylate can
overcome resistance to standard-dose
therapy in patients with chronic myel-
ogenous leukemia. Blood 2003;101:473-

5.

Gorre ME, Mohammed M, Ellwood K et
al. Clinical resistance to STI-571 cancer
therapy caused by BCR-ABL gene muta-
tion or amplification. Science 2001;293:
876-880.

von Bubnoff N, Schneller F, Peschel C,
Duyster J. BCR-ABL gene mutations in
relation to clinical resistance of Philadel-
phia-chromosome-positive leukaemia to
STI571: a prospective study. Lancet 2002;
359:487-91.

Hochhaus A, Kreil S, Corbin A et al. Roots
of clinical resistance to STI-571 cancer
therapy. Science 2001;293:2163.

Barthe C, Mahon FX, Gharbi MJ et al.
Expression of interferon-alpha (IFN-o)
receptor 2c¢ at diagnosis is associated
with cytogenetic response in IFN-alpha-
treated chronic myeloid leukemia. Blood
2001;97:3568-73.

Branford S, Walsh CT, Rudzki Z et al. BCR-
ABL kinase domain mutations in CML
patients on imatinib: incidence is corre-

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

lated with duration of CML and muta-
tions in the P-loop may be indicative of
a poor outcome [abstract]. Blood 2002;
100:367a.

Branford S, Rudzki Z, Walsh S et al.
Detection of BCR-ABL mutations in
patients with CML treated with imatinib
is virtually always accompanied by clin-
ical resistance, and mutations in the ATP
phosphate-binding loop (P-loop) are
associated with a poor prognosis. Blood
2003;102:276-83.

Al Ali HK, Heinrich MC, Lange T et al.
High incidence of BCR-ABL kinase
domain mutations and absence of muta-
tions of the PDGFR and KIT activation
loops in CML patients with secondary
resistance to imatinib. Hematol J 2004;
5:55-60.

Hochhaus A, Kreil S, Corbin AS et al. Mol-
ecular and chromosomal mechanisms of
resistance to imatinib (STI571) therapy.
Leukemia 2002;16:2190-6.

Corbin AS, Rosee PL, Stoffregen EP, Druk-
er BJ, Deininger MW. Several Bcr-Abl
kinase domain mutants associated with
imatinib mesylate resistance remain sen-
sitive to imatinib. Blood 2003;101:4611-
4.

Shah N, Tran C, Lee FY, and Sawyers C.
BMS-354825 is a novel orally bioavail-
able small molecule ABL tyrosine kinase
inhibitor that successfully and safely
inhibits the kinase activity of multiple
imatinib-resistant BCR-ABL isoforms in
vitro and in vivo [abstract]. AACR meet-
ing 2004. 2004.

Weisberg E, Manley PW, Breitenstein W
et al. Characterization of AMN107, a
selective inhibitor of native and mutant
Ber-Abl. Cancer Cell 2005:7:129-41.
Lange T, Bumm T, Mueller M et al. Dura-
bility of molecular remission in chronic
myeloid leukemia patients treated with
imatinib vs allogeneic stem cell trans-
plantation. Leukemia 2005.

Cortes J, 0'Brien S, Kantarjian H. Discon-
tinuation of imatinib therapy after
achieving a molecular response. Blood
2004;104:2204-5.

Kim Y-J, Kim D-W, Lee S et al. Monitor-
ing of BCR-ABL transcript levels after
discontinuation of imatinib therapy in
chronic myelogenous leukemia patients
achieving complete cytogenetic response
[abstract]. Blood 2004;104:255b.

Mauro MJ, Druker BJ, Maziarz RT. Diver-
gent clinical outcome in two CML
patients who discontinued imatinib ther-
apy after achieving a molecular remis-
sion. Leuk Res 2004;28 Suppl 1:571-S73.
Deininger M, Buchdunger E, Druker BJ.
The development of imatinib as a thera-
peutic agent for chronic myeloid leu-
kemia. Blood 2005;105:2640-53.
Holyoake T, Jiang X, Eaves C, Eaves A. Iso-
lation of a highly quiescent subpopula-
tion of primitive leukemic cells in chron-
ic myeloid leukemia. Blood 1999;94:
2056-64.

Graham SM, Jorgensen HG, Allan E et al.
Primitive, quiescent, Philadelphia-posi-
tive stem cells from patients with chron-
ic myeloid leukemia are insensitive to
STI571 in vitro. Blood 2002;99:319-25.
Chu S, Xu H, Shah NP et al. Detection of
BCR-ABL kinase mutations in CD34* cells
from chronic myelogenous leukemia
patients in complete cytogenetic remis-

haematologica reports 2005; 1(issue 8):October 2005



44,

45.

46.

47.

48.

sion on imatinib mesylate treatment.
Blood 2005;105:2093-98.

Widmer N, Colombo S, Buclin T, Decos-
terd LA. Functional consequence of
MDR1 expression on imatinib intracellu-
lar concentrations. Blood 2003;102:1142.
Hegedus T, Orfi L, Seprodi A et al. Inter-
action of tyrosine kinase inhibitors with
the human multidrug transporter pro-
teins, MDR1 and MRP1. Biochim Biophys
Acta 2002;1587:318-25.

Mahon FX, Belloc F, Lagarde V et al.
MDR1 gene overexpression confers
resistance to imatinib mesylate in leu-
kemia cell line models. Blood 2003; 101:
2368-73.

Burger H, Nooter K. Pharmacokinetic
Resistance to Imatinib Mesylate: Role of
the ABC Drug Pumps ABCG2 (BCRP) and
ABCB1 (MDR1) in the Oral Bioavailabili-
ty of Imatinib. Cell Cycle 2004;3.
Crossman LC, Druker BJ, Deininger MW et

49.

50.

51.

52.

al. hOCT 1 and resistance to imatinib.
Blood 2005;106:1133-34.

Thomas J, Wang L, Clark RE, Pirmohamed
M. Active transport of imatinib into and
out of cells: implications for drug resist-
ance. Blood. 2004;104:3739-45.

Jiang X, Zhao Y, Chan P, Eaves A, Eaves C.
Quantitative real-time RT-PCR analysis
shows BCR-ABL expression progressive-
ly decreases as primitive leukemic cells
from patients with chronic myeloid
leukemia (CML) differentiate in vivo. Exp
Hematol 2003;31:228-9.

Amos TA, Lewis JL, Grand FH et al. Apop-
tosis in chronic myeloid leukaemia: nor-
mal responses by progenitor cells to
growth factor deprivation, X-irradiation
and glucocorticoids. BrJ Haematol.1995;
91:387-93.

Chu S, Holtz M, Gupta M, Bhatia R.
BCR/ABL kinase inhibition by imatinib
mesylate enhances MAP kinase activity

haematologica reports 2005; 1(issue 8):October 2005

53.

54.

55.

New Drugs in Hematology 2005

in chronic myelogenous leukemia CD34*
cells. Blood. 2004;103:3167-74.

Nagar B, Bornmann WG, Pellicena P et
al. Crystal structures of the kinase
domain of c-Abl in complex with the
small molecule inhibitors PD173955 and
imatinib (STI-571). Cancer Res 2002; 62:
4236-43.

Merx K, Muller MC, Kreil S et al. Early
reduction of BCR-ABL mRNA transcript
levels predicts cytogenetic response in
chronic phase CML patients treated with
imatinib after failure of interferon o
Leukemia 2002;16:1579-83.

Kantarjian HM, Talpaz M, Cortes J et al.
Quantitative Polymerase Chain Reaction
Monitoring of BCR-ABL during Therapy
with Imatinib Mesylate (STI571; Gleevec)
in Chronic-Phase Chronic Myelogenous
Leukemia. Clin Cancer Res 2003;9:160-6.

27



