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The deregulated activity of BCR-ABL tyrosine kinase originating from the t(9;22) chro-
mosomal translocation has been shown to be necessary and sufficient for the trans-
formed phenotype of chronic myeloid leukemia (CML) cells. This peculiarity has paved
the way for the development of novel therapies specifically targeting the BCR-ABL gene
product. The first BCR-ABL inhibitor to come into use in clinical practice, imatinib mesy-
late, is now the first-choice treatment for all newly diagnosed CML patients, but the ini-
tial striking efficacy of this drug has been overshadowed by the development of clini-
cal resistance. The most common mechanisms of resistance include (i) BCR-ABL over-
expression, and (ii) BCR-ABL kinase domain mutations disrupting critical contact points
between imatinib and BCR-ABL or inducing a transition to a conformation to which ima-
tinib is unable to bind. Several approaches to overcoming resistance have been stud-
ied both in vitro and in vivo. They include dose escalation of imatinib, the combination
of imatinib with chemotherapeutic drugs, alternative BCR-ABL inhibitors, and inhibitors
of kinases acting downstream of BCR-ABL such as Src kinases. Various novel tyrosine
kinase inhibitors (TKI) have been synthesized and have now reached the pre-clinical or
clinical phase. This review highlights the development of new TKI as specific molecu-
larly targeted therapy and as the principal mechanisms for overcoming imatinib resist-

ance.
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hronic myeloid leukemia (CML) is a
( hematopoietic disorder character-

ized by the malignant expansion of
bone marrow stem cells. CML is almost
unique among human cancers since a single
genetic defect is responsible for the trans-
formed phenotype. The cytogenetic hall-
mark of more than 90% of CML cases is a
reciprocal t(9;22)(q34;q11) chromosomal
translocation' that creates a derivative 9q*
and a small 22q-, most commonly referred
to as the Philadelphia (Ph) chromosome.? As
a result of this translocation, the latter har-
bors a BCR-ABL fusion gene encoding a
chimeric BCR-ABL protein with deregulat-
ed tyrosine kinase activity, the expression
of which has been shown to be necessary
and sufficient for the transformed pheno-
type of CML cells.* Thanks to the contribu-
tions of numerous researchers, the past
twenty years have witnessed considerable
advances in our knowledge of the molecu-
lar and cell biology of CML, creating the
essential platform for engineering targeted
molecular therapies. It soon became clear
that the BCR-ABL oncoprotein itself is the
ideal target, since it plays a central role in
CML pathogenesis, and it is not expressed
by normal cells. Furthermore, the dissection
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of the signal transduction pathways affect-
ed by the deregulated kinase activity of
BCR-ABL has provided information on
additional or alternative signaling steps that
could be interrupted in an attempt to block
the leukemogenic process. BCR-ABL exerts
its oncogenic effects in CML cells essential-
ly by stimulating cell proliferation, inhibit-
ing apoptosis and altering cell adhesion to
bone marrow stroma. The signal transduc-
tion cascades involved in these cellular
processes and activated by BCR-ABL
include, among others a) Ras;®b) mitogen-
activated protein kinase (MAPK)® and its
downstream effectors MEK and Erk; c)
phosphatidylinositol-3 kinase (PI3K)*® and
its downstream effector Akt.

With the sole exception of Ras, all these
proteins share an intriguing feature with
BCR-ABL, i.e. they all are tyrosine kinases.

Specific tyrosine kinase inhibitors (TKI)
are drugs used to inhibit malignant cell
growth and metastasis formation and are
currently undergoing a rapid phase of devel-
opment. Imatinib mesylate (formerly
STI571; Gleevec™ or Glivec®, Novartis
Pharmaceuticals, Basel, Switzerland) is the
first successful example of a TKI for the
therapy of CML. It is a small-molecule
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Figure 1. A. Distribution of reported point mutations within the ABL kinase domain. Codons most frequently reported as being affected by
amino acid (a.a.) substitutions are shown. Mutations cluster in four main regions. One group of mutations (G250E, Q252R, Y253F/H,
E255K/V) includes amino acids that form the phosphate-binding loop for ATP (also known as the P-loop). A second group (V289A, F311L,
T315I, F317L) can be found in the imatinib binding site; these mutations interact directly with the inhibitor via hydrogen bonds or Van der
Waals’ interactions. The third group of mutations (M351T, E355G) clusters within the catalytic domain. The fourth group of mutations
(H396R/P) is located in the activation loop, whose conformation is the molecular switch controlling kinase activation/inactivation. B. Three-
dimensional representation of ABL complexed with imatinib. Position of mutations is highlighted, along with the activation loop, P-loop and
catalytic loop. (3-strands are numbered and o-helices are lettered according to the nomenclature used for insulin-receptor tyrosine kinase

(adapted from Gambacorti-Passerini et al.).”

inhibitor of the BCR-ABL tyrosine kinase, as well as of
a limited number of other kinases (c-Kit, PDGEF-R,
ARG)*"° Preclinical and clinical studies'™ have con-
firmed the remarkable efficacy and high tolerability of
this drug. Imatinib mesylate is now the first-choice
treatment for all newly diagnosed CML patients, but
the initial striking efficacy of this drug has been over-
shadowed by the development of clinical resistance.
The emergence of resistance to imatinib has prompted
researchers to focus on strategies aimed at preventing
or overcoming this phenomenon. Since resistance often
coincides with the reactivation of kinase activity with-
in the leukemic clone, either BCR-ABL itself or BCR-
ABL-triggered downstream signaling pathways contin-
ue to be good targets for molecular therapy. Several
approaches have been studied both in vitro and in vivo.
They include dose escalation of imatinib, the combina-
tion of imatinib with chemotherapeutic drugs, alterna-
tive BCR-ABL inhibitors including Src kinase inhibitors,
and inhibitors of kinases downstream of BCR-ABL.
Further investigations into the molecular mechanisms
of disease and how to specifically target the abnormal
cellular processes will serve as guides in the design of
new treatment modalities in future clinical trials.

BCR-ABL gene amplification and mutation are the pri-
mary mechanisms of imatinib resistance

Despite high rates of hematologic and cytogenetic
responses, primary refractoriness and acquired resist-
ance to imatinib are observed in a growing number of
patients, especially those at more advanced stages of
the disease. Resistance has been traced to two main

mechanisms: (i) the overexpression of BCR-ABL, main-
ly due to gene amplification,”* and, more frequently,
(ii) the acquisition or the selection of specific point
mutations within several critical regions of the ABL
kinase domain (Figures 1A,B).*%

Crystallographic studies have shown that the high
selectivity and efficacy of imatinib are due to its abili-
ty to bind and lock BCR-ABL in its inactive, auto-inhib-
ited conformation.®* Mutations seem to act by dis-
rupting critical contact points between imatinib and
BCR-ABL or, more often, by inducing a transition from
the inactive to the active state, i.e. to a conformation to
which imatinib is unable to bind. From analyses of
clinical samples, the repertoire of mutations found in
association with the resistant phenotype has been
increasing slowly but inexorably over time (Table 1).
Mutations seem to cluster in four main regions. One
group of mutations (G250E, Q252R, Y253F/H,
E255K/V) includes amino acids that form the phos-
phate-binding loop for ATP (also known as the P-loop).
A second group (V289A, F311L, T315I, F317L) can be
found in the imatinib binding site and interacts direct-
ly with the inhibitor via hydrogen bonds or Van der
Waals’ interactions. The third group of mutations
(M351T, E355G) clusters in close proximity to the cat-
alytic domain. The fourth group of mutations
(H396R/P) is located in the activation loop, whose con-
formation is the molecular switch controlling kinase
activation/inactivation. Conflicting data are still report-
ed regarding the relative as well as the overall frequen-
cy of resistance-associated mutations. It is also current-
ly unclear whether ABL mutations, or a specific subset
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Table 1. BCR-ABL point mutations associated with imatinib resist-
ance detected in CML or ALL patients.

Table 2. ICso values for wild-type (WT) ABL and BCR-ABL and for
the main BCR-ABL mutants.

Nucleotide Amino acid No. of cases References
change change’ (detected/tested)

A1094G M244v 6/165 20,24,26,¢
€1106G 1248V 2/29 26,b
G1113A G250E 7/127 21,24,26,¢
G1112A G250R 1/117 a
G1120C 0252R 1/32 24
G1120T 0252H 12/125 20,24,26
T1121C Y253H 11/194 20,21,24,25,¢
A11221 Y253F 8/165 20,24,26,¢
G1127A E255K 30/222 20,21,24,25,26,57,¢
A1128T E255V 4/141 20,21,26,58,c
A1191G D276G 1/33 60,b
A1194G T277A 1/117 a
T1230C V289A 59
T1494C F311L 2/64 22.c
C1308T1 1315l 27/194 20,21,25,26,60
C1308A T315N 1/33 60
C1315G F317L 5/100 21,24,c
T1392C M343T 1/32 24
T1416C M351T 25/244 20,21,22,24,26,c
T1428G E355G 5/65 20,24,26,¢
T1439G F359v 5/99 24,26
T1440G F359A 2/150 60,a
G1499A V379l 1/32 24
T1508C F382L 1/32 24
T1523A L387M 2/149 24
G1523C L387F 3/117 a
A1551C H396P 25,59
A1551G H396R 7/52 20,24,26,¢
A1558C A397P 1/117 a
C1614A Sa1Ty 1/27 26
G1739A E459K 1/21 26
T1821C F486S 1/27 26

“Nucleotide positions according to GenBank accession number M14752.
*Amino acid positions, indicated by the single letter code, are those for the
GenBank sequence (accession number AAB60394) and correspond to ABL
type 1a. Additional mutations: a) Kreil et al., ASH 2003 (Blood
2003;102(Suppl.1):71a); b) Chu et al., ASH 2003 (Blood 2003;102(Suppl
1):70a); c) Soverini et al., ASH 2004 (Blood 2004;104 (Suppl 1)287a).

of them, may be of prognostic significance in terms of
time to progression and/or survival.**# Shah et al*
screened 13 cytogenetic non-responders for mutations
and found that 3 out of 4 patients with mutations suf-
fered disease progression within 18 months of detec-
tion of the mutation. In contrast, only 1 out of 9
patients with no detectable mutations developed dis-
ease progression. Hochhaus er al® examined 43
patients with hematologic relapse and found no differ-
ence between patients with and without mutations as
far as time to progression was concerned. Branford et
al® recently showed that in late-chronic phase (CP)
and accelerated phase (AP) CML patients, a specific
subgroup of mutations — i.e., those in the ATP phos-
phate-binding loop or P-loop - is significantly associat-
ed with a poor prognosis in terms of survival. Clonal
cytogenetic evolution, i.e. occurrence of novel cytoge-
netic abnormalities in addition to the Philadelphia
chromosome, has also been reported as contributing to
relapse in patients receiving imatinib treatment.”
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ICso (1M imatinib) Benefit
from

BCR-ABL type Corbin®® Azam®® Hochhaus® Shah®* Von Bubnoff”®  dose

(2003) (2003) (2002) (2002)  (2002) escalation?
WT ABL - - 005 - - -
WIBCRABL 05 06 - 06 >01>05 -
M244V 16 31 - - - Y
M244| - 14 - - - Y
G250F 45 >0 - >10 - N
Q252H 26 29 y
Y253H >17.7 117 37 - >10 N
Y253F 50 - 18 N
E255V 7.7 - >5 - >10 N
E255K 75 121 >5 10 >10 N
F311L 0.7 13 - - - N
13151 >17.7 >20 - >10 >10 N
13158 - 38 - - - N
F317L 13 23 - 75 - N
M351T 15 49 - 44 - Y
M3511 - 16 i - - Y
E355G 20 - \ 24 - Y
F350V 14 - - - - Y
V379l 0 - - - - Y
L387M 1 - - - Y
H396P 43 - - - 01505 N
H396R 54 - - - - N

Table 3. New tyrosine kinase inhibitors.

Agent Company  Target Class ~ Phase Principal indications
SKI-606 Wyeth-Ayerst ~ Abl, Src TKI | Imatinitéi&leLfractory
BMS354825 Bristol-Myers  Abl, Src TKI I Imatinit():i\;lel_fractow
AZD0530  Astra Zeneca Abl, Src TKI  Pre-clinical Imatinitc)wlel_fractory
AP23464 Ariad Abl, Src TKI  Pre-clinical Imatinigi\aec‘ractory
CGP76030 Pfizer Src TKI  Pre-clinical Imatinigi\;lel-fractory
AMN107 Novartis PDGF,Abl, kit TKI Il

Imatinib-refractory
CML

Aneuploidy is frequent, most often including the emer-
gence of a second Ph chromosome or trisomy 8.
Trisomy 6, 9, 12 and 18 and deletion/monosomy 7 and
16 have also been reported in association with relapse
on imatinib treatment.” In addition to numerical chro-
mosomal changes, structural changes may also be pres-
ent, with alteration of the short arm of chromosome 17
(leading to the loss of one p53 allele) being the change
most frequently observed.

Higher dosage of imatinib or alternative ABL inhibitors?
Different ABL mutants appear to have different
degrees of resistance to imatinib (Table 2). In vitro data



indicate that while some mutations seem to confer a
highly resistant phenotype, thereby suggesting with-
drawal of imatinib in favor of alternative therapeutic
strategies, others might be simply overcome by dose
escalation.® Routine testing for emerging mutations
should be adopted in clinical practice in order to ensure
rational therapeutic management of CML patients. For
those patients who fail to benefit from dose escalation,
novel inhibitors would be a welcome addition to the
drug armamentarium (Table 3). It is conceivable that
several targeted inhibitors may be necessary - this
would allow clinicians to combine different com-
pounds or to switch from one to another, individualiz-
ing therapy on the basis of molecular surveillance of
the BCR-ABL sequences present in the tumor load.

“Dual” SRC and ABL inhibitors

BCR-ABL activates multiple signaling pathways,
including members of the Src kinase family such as Lyn
and Hck. Previous studies have demonstrated that
multiple domains of BCR-ABL interact with and acti-
vate Src kinases independently of BCR-ABL kinase
activity, and studies with dominant-negative mutants
and Src inhibitors suggest that Src kinases may con-
tribute to the proliferation and survival of myeloid cell
lines expressing BCR-ABL i vitro.”

Hck and Lyn are expressed and activated in CML
blast-crisis patients and their increased expression cor-
relates with disease progression or imatinib resistance
in some CML patients. This insight suggests the possi-
bility that small molecules with “dual” kinase inhibito-
ry activity against either ABL or Src, might prove active
in CML and ALL Ph* patients. Several compounds orig-
inally described as Src kinase inhibitors were subse-
quently found to inhibit ABL at nanomolar concentra-
tions. Indeed, promising in vitro activity against a limit-
ed number of imatinib-resistant BCR-ABL isoforms
has been seen for two compounds from the pyrido[**
‘lpyrimidine class of dual Src-ABL inhibitors
(PD166326 and PD180970).

PD180970 and PD173955 as ABL and Src inhibitors.
Important alternative ABL inhibitors are PD180970
and PD173955. The crystal structure of PD173955 in
complex with imatinib has recently been solved.
These studies indicate that the most important differ-
ence between the binding of imatinib and PD173955 is
the fact that the latter binds both the active and inac-
tive conformations of ABL. Although PD173955 con-
tacts far fewer amino acid residues than does imatinib,
it inhibits tyrosine kinase at approximately 100-fold
lower concentrations. One study has shown that
PD180970 is active against ABL mutations affecting
the P-loop and A-loop of ABL.* In contrast, there is no
activity against the T315] mutant. Although the phar-
macological properties of this compound make it
unsuitable for clinical use, it was these data that first
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suggested the possibility of targeting imatinib-resistant
ABL mutants.

SKI-606 and 4-anilino-3-quinolinecarbonitrile Src kinase
inhibitors. Recently, a new class of compounds, the 4-
anilino-3-quinolinecarbonitrile Src kinase inhibitors,
has been synthesized. One member of this class, SKI-
606, is a dual-specificity inhibitor of both the Src
kinase family and the ABL kinases. The in vitro effects
of SKI-606 have been analyzed on human CML cell
lines (K562, MK2, Lama-84) using a wide range of con-
centrations (0.01 uM, 0.1 uM, 1 uM, 10 uM) of this
novel agent.” Cell cycle analysis of the cell lines
showed that one major effect of SKI-606 is that it alters
cell cycle progression, producing Gi/S arrest. SKI-606
induces dose-dependent inhibition of proliferation
with an ICso of 1 uM at 24 hours. Flow cytometry
analysis with annexin-V showed that SKI-606 induced
apoptosis of 50% of cells at 48 hours. Western blotting
and immunoblotting analyses showed reduced phos-
phorylation of BCR-ABL and also of Lyn and Hck.
Activation of caspase-9, a cysteine-protease effector,
was also reported after exposure to SKI-606. This
study thus showed the potential therapeutic usefulness
of the drug in the treatment of CML, particularly in the
blast crisis phase.

A new dual Src and ABL inhibitor entered in clinical trials:
BMS-354825. BMS-354825 is an orally bioavailable
ABL kinase inhibitor with two-log greater potency
than imatinib. It retained activity against 14 of 15 ima-
tinib-resistant BCR-ABL mutants in pre-clinical stud-
ies.® The only imatinib-resistant BCR-ABL isoform
that was clearly resistant to BMS-354825 was the
T315I mutant, which retained kinase activity even in
the presence of micromolar concentrations of the com-
pound. BMS-354825 prolonged the survival of mice
with BCR-ABL-driven disease and inhibited prolifera-
tion of BCR-ABL-positive bone marrow progenitor
cells from patients with imatinib-sensitive and ima-
tinib-resistant CML.*® Recently, preliminary results
have been reported from a phase I clinical trial of BMS-
354825 in Ph* CML patients in CP with hematologic
progression or intolerance while being treated with
imatinib.® Twenty-nine patients were treated in 9
cohorts with doses ranging from 15 to 180 mg of BMS-
354825 per day given in single or divided doses for 5-7
days a week, over a period of up to 9 months. Like
imatinib, BMS-354825 was well tolerated in all
patients. Serum levels well above the concentration
required to block CML cell proliferation in vitro were
readily achieved without side effects. Pharmaco-
dynamic studies demonstrated more than 50% inhibi-
tion of phosphorylation of the BCR-ABL substrate
CRKL and the Src kinase Lyn. To date, 26 patients (22
with imatinib resistance, 4 with imatinib intolerance;
average CML duration: 6.1 years) have been followed
for more than 4 weeks and are eligible for assessment
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of hematologic benefit.* Twenty-two patients had
detectable BCR-ABL kinase domain mutations prior to
starting BMS-354825. All 26 patients were treated with
doses of 35 mg per day or more and obtained clinical
benefit, including 19 with complete hematologic
responses (73%). Of the other 7 partial responders,
two subsequently developed disease progression, one
of whom with expansion of a CML subclone contain-
ing the imatinib-resistant T315] mutation in BCR-ABL.
The other 5 partial responders are now being treated
with higher doses to attempt conversion to a complete
hematologic response. Eleven of 21 patients (52%)
treated for more than 3 months obtained cytogenetic
benefit, including 6 major (1-35% Ph), 1 minor (36-
65% Ph’) and 4 minimal (66-95% Ph) cytogenetic
responses. One patient achieved a complete cytogenet-
ic response. Dose escalation continues. Phase I clinical
results for BMS-354825 in Ph* and blast crisis (BC)
CML patients who had hematologic progression or
intolerance while being treated with imatinib are also
available.® Seventeen patients (6 with AP; 11 with BC)
were treated in 3 cohorts with doses of BMS-354825
ranging from 35 mg to 70 mg. Of the 11 BC patients, 7
had a hematologic response: 3 a complete hematolog-
ic response (CHR), 2 no evidence of leukemia (NEL),
and 2 a return to the chronic phase (RTC). Three addi-
tional patients showed  significant hematologic
improvement despite being on treatment for only a
short period (10-28 days). One patient with
extramedullary disease was stable. Cytogenetic data
were available for 8 of the 11 BC patients. Four of these
patients had a major cytogenetic response, 2 patients a
minor cytogenetic response and 2 patients no
response. BCR-ABL mutation data were available for 2
patients: one patient had no mutation and one who
had a non-sustained CHR was found to have an E355G
mutation. Three of the 6 AP patients had a hematolog-
ic response: 2 CHR and 1 NEL. One patient demon-
strated resistance to BMS-354825 due to a T315] muta-
tion in BCR-ABL found in 8 out of 10 clones. BCR-ABL
mutation status was available for 3 additional AP
patients: no mutations were identified in 2 patients,
while 1 patient in CHR had M351T/A imatinib-resist-
ant mutations. Of 3 patients for whom early cytoge-
netic data were available, 1 had a minor cytogenetic
response (40% Ph*). Dose escalation continues also for
the AP and BC CML patients. Phase II studies in CP, AP
and BC CML are currently being initiated.

Other dual Src and ABL kinase inhibitors: AZD0530 and
AP23464. Other Src kinase inhibitors seem to be effec-
tive in pre-clinical models of solid tumors. This is the
case with AZD0530. However, little information has
been reported about this drug and clinical applications
or pre-clinical studies are not yet available. Another
dual Src inhibitor is AP23464. Very recently, O’Hare et
al* reported that AP23464 is a potent ATP-based
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inhibitor of Src and ABL kinases. The drug has been
shown to display antiproliferative activity against a
human CML cell line and BCR-ABL-transduced Ba/F3
cells (IC0=14 nM; imatinib [C5=350 nM).* AP23464
ablates BCR-ABL tyrosine phosphorylation, blocks cell
cycle progression, and promotes apoptosis of BCR-
ABL-expressing cells. Biochemical assays with the
purified GST-ABL kinase domain have confirmed that
AP23464 directly inhibits ABL activity. Importantly,
the low nanomolar cellular and biochemical inhibitory
properties of AP23464 extend to frequently observed
imatinib-resistant BCR-ABL mutants, including the
nucleotide binding P-loop mutants Q252H, Y253E
E255K, the C-terminal loop mutant M351T, and the
activation loop mutant H396P. Like similar com-
pounds, AP23464 is ineffective against the T315I
mutant.

CGP76030, a Src inhibitor, plus an ABL inhibitor show
better results in Ph* acute lymphoblastic leukemia. A recent
study has shown that certain Src kinases are necessary
for the induction of B-cell acute lymphoblastic
leukemia (B-ALL) but not CML.* This evidence has
provided a rationale for the use of Src kinase inhibitors
to treat Ph*B-ALL. The kinase inhibitor CGP76030
impairs the proliferation of B-lymphoid cells express-
ing BCR-ABL in vitro and prolongs the survival of mice
with B-ALL but not CML. The combination of
CGP76030 and imatinib has been found to be superior
to imatinib alone in this regard. The biochemical target
of CGP76030 in leukemia cells is Src kinases, not BCR-
ABL. These results suggest that the Src kinase family
could be therapeutic targets in Ph* B-ALL.
Simultaneous inhibition of Src and BCR-ABL kinases
with a dual inhibitor or with a combined TKI approach
may be of benefit to individuals with Ph" acute
leukemia.

Agents that target pathways downstream of
BCR-ABL

TKI or other compounds may be used to inhibit
BCR-ABL downstream signal transduction pathways.
A multitude of signaling pathways are activated by
BCR-ABL. These pathways are potential targets for
intervention in cases in which inhibition of BCR-ABL
itself is not complete. It is also conceivable that onco-
genic stimuli other than BCR-ABL activate such path-
ways.

Farnesyl transferase inhibitors

Farnesylation, i.e., the transfer of an isoprenoid (far-
nesyl) moiety to the C terminus of the protein, is
required for Ras to localize to the cell membrane. This
subcellular localization is necessary for Ras to activate
Rafl and the MAP kinase pathway.” Numerous cellu-



lar proteins are farnesylated and the precise mecha-
nism of growth inhibition by faresyl transferase
inhibitors (FTT) is unknown. Since Ras is a major path-
way activated by BCR-ABL, this pathway is presumed
to be the target of FTT in these cells. FTT inhibit the pro-
liferation of BCR-ABL-positive cells, including those
that are resistant to imatinib® but do not induce apop-
tosis. Simultaneous treatment of BCR-ABL expressing
cells with imatinib and FTT results in apoptosis only if
some inhibition of BCR-ABL is achieved, as in cell lines
with increased expression of BCR-ABL. In contrast,
apoptosis is not induced in cell lines that express BCR-
ABL with the T315] mutation, which has an extreme-
ly high ICs. This suggests that BCR-ABL tyrosine
kinase activity must be reduced below a certain thresh-
old in order for apoptosis to be induced.

Mitogen-activated protein kinase inhibitors

Activation of Ras by BCR-ABL is thought to activate
the MAP kinase pathway. Synergism of MAP kinase
inhibitors with imatinib has been demonstrated in
BCR-ABL-positive cell lines, whereas this drug combi-
nation does not affect the proliferation of normal
mononuclear cells.*

Phosphatidylinositol-3 kinase inhibitors

Phosphatidylinositol-3 kinase activity is another
major downstream target of BCR-ABL that has been
shown to be required for BCR-ABL to induce leukemia
in mice. In cell lines, phosphatidylinositol-3 kinase
inhibitors are synergistic with imatinib. The situation
is less clear in primary cells, where there is great vari-
ability between individual patients.” One general
caveat for all agents that target pathways downstream
of ABL is that inhibition of individual pathways may
not be sufficient to shut down the entire system.

Novel anti-BCR-ABL agents

AMN107 is a new anilino-pyrimidine derivative
structurally related to imatinib

AMN107 was tested in three human BCR-ABL posi-
tive lines (K562, KCL-22, and Lama-84) and in primary
cells derived from two BCR-ABL-positive CML
patients who were resistant to imatinib, as well as
from one newly diagnosed chronic phase patient.® In
all patients, sequencing of the BCR-ABL kinase domain
excluded any point mutations, but cytogenetic analysis
of the bone marrow revealed clonal evolution in the
resistant patients, including t(1;5) and t(3;21) transloca-
tions, trisomy of chromosome 8 and monosomy of
chromosome 7. Determination of the proliferative
activity by XTT-assay in cell lines demonstrated a
decrease in the ICs in imatinib- versus AMN107-treat-
ed samples from 0.08 uM to 0.0075 uM in Lama 84,
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from 0.25 uM to 0.08 WM in K562 and from 0.45 wM
to 0.03 in KCL-22 cells. In primary cells from imatinib-
resistant patients, a decrease in the IC» in imatinib-
versus AMN107-treated peripheral blood cells from
0.75 wM to 0.1 uM and from 4 to 0.4 WM was detect-
ed. In addition, in primary cells from one newly diag-
nosed CML patient the ICso of AMN107 (2.5 uM) was
lower than that of imatinib (5 uM). Immunoblotting
showed that, in Lama-84 cells, a concentration of 0.01
uM AMN107 completely inhibited the tyrosine kinase
activity as detected by the use of an anti-phosphotyro-
sine antibody; this contrasted with the almost 5 WM of
imatinib necessary. After 48 hours of incubation with
either 0.25 WM imatinib or 0.005 uM AMN107, induc-
tion of early apoptosis was detected in 8.8% of ima-
tinib-treated and in 26% of AMN107-treated cells. In
addition, in MDR1 over-expressing CCRE cells co-cul-
tured with either AMN107 or imatinib revealed elevat-
ed AMN107 levels (3.7-fold), indicating that this sub-
stance is less susceptible to MDRI-driven resistance
than imatinib.

Other anti-BCR-ABL agents

Novel anti-BCR-ABL agents, with mechanisms of
antileukemic activity distinct from those described for
imatinib, are an attractive alternative. Despite being
functionally inhibited, the BCR-ABL oncoprotein con-
tinues to be expressed by the leukemic cells. This
becomes problematic when the selection of clones
with mutated amino acids or with BCR-ABL overex-
pression leads to the emergence of resistance. Hence,
the development of therapies aimed at interfering with
BCR-ABL expression is particularly desirable.
Geldanamycin and its less toxic analog 17-allylamino-
17-demethoxygeldanamycin (17-AAG) inhibit heat
shock protein 90 (Hsp90), a molecular chaperone that
stabilizes the BCR-ABL protein among others.
Treatment of BCR-ABL-expressing cell lines with these
agents suppresses growth and induces apoptosis.” In
their presence, BCR-ABL is degraded via the protea-
some pathway. Interestingly, BCR-ABL proteins with
mutations of the kinase domain may be even more
sensitive to geldanamycin than is the wild-type pro-
tein.” This observation makes these agents particular-
ly attractive for therapy in patients carrying a mutated
BCR-ABL protein. The same marked efficacy has been
observed in cells rendered resistant to imatinib via
BCR-ABL overexpression. Like geldanamycin and 17-
AAG, radicicol, a macrocyclic antifungal antibiotic,
binds to the N-terminal Hsp90 and destabilizes Hsp90-
associated proteins such as Raf-1. A recent study*
investigated the effects of radicicol, novel oxime deriv-
atives of radicicol (KF25706 and KF58333), and her-
bimycin A (HA), a benzoquinoid ansamycin antibiotic,
on the growth and differentiation of human K562
CML cells. Although KF25706 and KF58333 induced
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the expression of glycophorin A in K562 cells, radicicol
and HA caused transient erythroid differentiation. Cell
cycle analysis showed that G: phase accumulation was
observed in K562 cells treated with KF58333. KF58333
treatment depleted p210°*“*** Raf-1, and cellular tyro-
sine phosphorylated proteins in K562 cells, whereas
radicicol and HA showed only transient depletion of
these proteins. KF58333 also down-regulated the level
of cell cycle-dependent kinases 4 and 6 and up-regulat-
ed the cell cycle-dependent kinase inhibitor p27 pro-
tein without any effect on the levels of the Erk and
Hsp90 proteins. Immunoprecipitation analysis showed
that p210°***" formed multiple complexes with
Hsp90, some containing p23 and others Hsp70;
KE58333 treatment dissociated p210°**** from
Hsp90/p23 chaperone complexes. Furthermore,
KF58333 induced apoptosis in K562 cells and adminis-
tration of KF58333 prolonged the survival of SCID
mice inoculated with K562 cells. These results suggest
that KF58333 may have therapeutic potential for the
treatment of CML involving abnormal cellular prolifer-
ation induced by p210°“***. Arsenic trioxide (As:Os)
down-regulates BCR-ABL protein levels by translation-
al modulation. Various groups have shown that it
enhances the selective cytotoxic effect of imatinib on
CML cells. Like geldanamycin and 17-AAG, it is also
effective in inhibiting the growth of cell lines resistant
to imatinib.®* Finally, those agents that not only
enhance the antileukemic effects of imatinib but also
exert cytotoxic effects against imatinib-refractory CML
BC cells are also particularly attractive. One such agent
is LAQ824, a cinnamic acid hydroxamate, which acts
as a potent histone deacetylase inhibitor. It has been
demonstrated that LAQ824 depletes the mRNA and
protein expression of BCR-ABL in human CML BC
cells. Exposure to LAQ824 causes cell cycle Gi-phase
accumulation and apoptosis of CML blasts. LAQ824

also induces acetylation of Hsp90. This inhibits the
chaperone association of BCR-ABL with Hsp90, there-
by also promoting the proteasomal degradation of
BCR-ABL. Additionally, LAQ824 is capable of down-
regulating the levels of the T315] BCR-ABL mutant.**

Conclusions

Knowledge of the unique genetic lesion responsible
for the pathogenesis of CML has paved the way for the
development of the first successful example of target-
ed therapy. The BCR-ABL inhibitor imatinib mesylate
is now the first-choice treatment for all newly diag-
nosed CML patients, but the initial striking efficacy of
this drug has been overshadowed by the development
of clinical resistance. In the meantime, research has
made considerable progress in the dissection of the sig-
nal transduction pathways affected by the deregulated
kinase activity of BCR-ABL, providing information on
additional or alternative signaling steps that could be
interrupted in an attempt to block the leukemogenic
process. Several promising inhibitors acting on BCR-
ABL or at different levels of the BCR-ABL signaling cas-
cade have been synthesized and are now in phases of
pre-clinical or clinical testing. The drug armamentari-
um against CML may soon be expected to include
novel weapons.

GM was responsible for the conception and design of the manu-
script. SS, DC and GR drafted the article. MIB gave final approval
for publication. The authors reported no potential conflicts of interest.

Fhis study was supported by European LeukemiaNet, Cofin
2003 (M. Baccarani), AIL, AIRC, Fondazione Del Nonte di
Bologna e Ravenna, FIRB 2001 and Ateneo 60% grants.

The authors wish to thank Marilina Amabile, Angela Poerio,
Sabrina Colarossi, llaria lacobucci, Tiziana Grafone, Simona Bassi,
Fabrizio Pane and Giuseppe Saglio for their helpful discussion of the
data in this review.

Manuscript received October 14, 2004. Accepted February 24,
2005

Ber-Abl tyrosine kinase activates mitogenic

J Natl Cancer Inst 1999;91:163-8.

References siﬁnaling pathways and stimulates G1-to-S ~ 12. Druker B], Tamura S, Buchdunger E, Ohno

phase transition in hematopoietic cells. S, Segal GM, Fanning S, et al. Effects of a

1. Rowley JD. A new consistent chromosomal Oncogene 1997; 15:2333-42. selective inhibitor of the Abl tyrosine

: abnoréahiy in chromic mvelogenous 7. Skorski T, Kanakaraj P, Nieborowska- kinase on the growth of Ber-Abl positive
leukaemia identified b uinacr}i]ne Lores. Skorska M, Ratajczak MZ, Wen SC, Zon G, cells. Nat Med 1996; 2:561-6.

cence and Giemsa sta%n(}n Nature 1973: et al. Phosphatidylinositol-3 kinase activity ~ 13. Deininger MW, Goldman JM, Lydon N,

243:290-3. & ’ iiregulateibnyPCth/lc\iB{_ f\lpd ishrequired for I&Aéll%ﬂ\ﬁiighel tyroslingnﬁg}aseh inhibito}i

: I the growth of Philadelphia chromosome- selectively inhibits the growt

2 i;gig;g%’ dcee{frlteslr:,;})’ E:Sgsi?f\u%roé,’c:rig posiégive cells. Blood 199%;86:726—86. of BCR-ABL-positive Zells. Blood 19g97; 90:
D et al. Translocation of c-abl oncogene 8. Varticovski L, Daley GQ, Jackson P, Balti- 3691-8.
correlates with the presence of a Phila- more D, Cantley LC. Activation of phos-  14. Druker BJ, Sawyers CL, Kantarjian H, Resta
delphia chromosome in chronic myelocytic phatidylinositol 3-kinase in cells expressing DJ, Reese SE Ford JM, et al. Activity of a
leukaemia. Nature 1983:306:277-80. abl oncogene variants. Mol Cell Biol 1991; specific inhibitor of the BCR-ABL tyrosine

3. Lugo TG, Pendergast AMy Muller AJ, Witte 11:1107-18. kinase in the blast crisis of chronic myeloid
ON. Tyrésine kinase activity and transfor- 9. Buchdunger E, Cioffi CL, Law N, Stover D, leukemia and acute lymphoblastic leu-
mation potency of bcr-abl oncogene prod- Ohno-Jones S, Druker BJ, et al. Abl protein- kemia with the Philadelphia chromosome.
ucts. Science 1990; 247:1079-82. tyrosine kinase inhibitor STI571 inhibits in N Engl ] Med 2001;344:1038-42.

4. Daley GQ, Van Etten RA, Baltimore D. vitro signal transduction mediated by c-kit ~ 15. Druker BJ, Talpaz M, Resta D], Peng B,
Induction of chronic myelogenous leu- and platelet-derived growth factor recep- Buchdunéger E, Ford JM, et al. Efficacy and
kemia in mice by the P210bcr/abl gene of tors. ] Pharmacol Exp Ther 2000;295:139- safety of a specific inhibitor of the BCR-
the Philadelphia chromosome. Science 45. ABL tyrosine kinase in chronic myeloid
1990;247:824-30. 10. Okuda K, Weisberg E, Gilliland DG, Griffen leukemia. N Engl ] Med 2001;344:1031-7.

5. Sawyers CL, McLaughlin ], Witte ON. JD. ARG tyrosine kinase activity is inhibit- ~ 16. Carroll M, Ohno-Jones S, Tamura S, Buch-
Genetic requirement for Ras in the transfor- ed by STI571. Blood 2001;97:2440-8. dunger E, Zimmermann J, Lydon NB, et al.
mation of fibroblasts and hematopoietic =~ 11. le Coutre P, Mologni L, Cleris L, Marchesi E, CGP 57148, a tyrosine kinase inhibitor,
cells by the Ber-Abl oncogene. ] Exp Med Buchdunger E, Giardini R, et al. In vivo inhibits the growth of cells expressing
1995;181:307-13. eradication of human BCR/ABL-positive BCR-ABL, TEL-ABL, and TEL-PDGEFR

6. Cortez D, Reuther G, Pendergast AM. The leukemia cells with an ABL kinase inhibitor. fusion proteins. Blood 1997; 90:4947-52.

| 540 | haematologica/the hematology journal | 2005; 90(4)



17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

Rosti G, Martinelli G, Bassi S, Amabile M,
Trabacchi E, Giannini B, et al. Molecular
response to imatinib in late chronic-phase
chronic myeloid leukemia. Blood 2004;
103:2284-90.
Baccarani M, Martinelli G, Rosti G,
Trabacchi E, Testoni N, Bassi S, et al.
Imatinib and pegylated human recombi-
nant interferon-{a}2b in early chronic
hase chronic myeloid leukemia. Blood
5004;19(]5 ub ahead of print).
Gorre Mlg, Mohammed M, Ellwood K,
Hsu N, Paquette R, Rao PN, et al. Clinical
resistance to STI-571 cancer therapy
caused by BCR-ABL gene mutation or
amplification. Science 2001;293:876-80.
Hochhaus A, Kreil S, Corbin AS, La Rosee
P, Muller MC, Lahaye T, et al. Molecular
and chromosomal mechanisms of resist-
ance to imatinib (STI571) therapy.
Leukemia 2002;16:2190-6.
Branford S, Rudzki Z, Walsh S, Grigg A,
Arthur C, Taylor K et al. High frequency
of point mutations clustere§ within the
adenosine triphosphate-binding region of
BCR/ABL in patients with chronic
myeloid leukemia or Ph-positive acute
lymphoblastic leukemia who develo
imatinib (STI571) resistance. Blood 2002;
99:3472-5.
Roche-Lestienne C, Soenen-Cornu V,
Grardel-Duflos N, Lai JL, Philippe N,
Facon T, et al. Several types of mutations
of the Abl gene can be found in chronic
myeloid leukemia patients resistant to
STI571, and they can pre-exist to the
onset of treatment. Blood 2002;100:1014-
8.

Roumiantsev S, Shah NP, Gorre ME,
Nicoll ], Brasher BB, Sawyers CL, et al.
Clinical resistance to the kinase inhibitor
STI-571 in chronic myeloid leukemia by
mutation of Tyr-253 in the Abl kinase
domain P-loop. Proc Natl Acad Sci USA
2002;99:10700-5.

Shah NP, Nicoll JM, Nagar B, Gorre ME,
Paquette RL, Kuriyan J, et al. Multiple
BCR-ABL kinase d%main mutations con-
fer polyclonal resistance to the tyrosine
kinase inhibitor imatinib (STI571) in
chronic phase and blast crisis chronic
myeloid leukemia. Cancer Cell 2002; 2:
117-25.

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

Branford S, Rudzki Z, Walsh S, Parkinson
1, Grigg A, Szer], et al. Detection of BCR-
ABL mutations in patients with CML
treated with imatinib is virtually always
accompanied by clinical resistance, and
mutations in the ATP phosphate-binding
loop (P-loop) are associated with a poor
prognosis. Blood 2003;102:276-83.
Soverini S, Martinelli G, Amabile M,
Poerio A, Bianchini M, Rosti G, et al.
Denaturing-HPLC-based assay for detec-
tion of ABL mutations in chronic myeloid
leukemia patients resistant to imatinib.
Clin Chem 2004;50:1205-13.

Schindler T, Bornmann WG, Pellicena P,
Miller WT, Clarkson B, Kuriyan J.
Structural mechanism for STI-571 inhibi-
tion of abelson tyrosine kinase. Science
2000;289:1938-42.

Corbin AS, Buchdunger E, Pascal E
Druker BJ. Analysis of the structural basis
of specificity of inhibition of the Abl
kinase by STI571. ] Biol Chem 2002; 277:
32214-9.

Corbin AS, La Rosee P, Stoffregen EP,
Druker BJ, Deininger MW. Several Ber-Abl
kinase domain mutants associated with
imatinib mesylate resistance remain sen-
sitive to imatinib. Blood 2003;101:4611-4.
Gambacorti-Passerini C, Gunby RH, Piaz-
za R, Galietta A, Rostagno R, Scapozza L.
Molecular mechanisms of resistance to
imatinib in Philadelphia-chromosome-pos-
itive leukemias. Lancet Oncol 2003;4:75-

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44,

45.

46.

85.
Hu Y, Liu Y, Pelletier S, Buchdunger E,
Warmuth M, Fabbro D, et al. Require-
ment of Src kinases Lyn, Hck and Fgr for
BCR-ABL1-induced B-lymphoblastic leu-
kemia but not chronic myeloid leukemia.
Nat Genet 2004;36:453-61.
La Rosee P, Corbin AS, Stoffregen EP,
Deininger MW, Druker BJ. Activity of the
Bcr—Abigkinase inhibitor PD180970 against
clinically relevant Bcr-Abl isoforms that
cause resistance to imatinib mesylate
(Gleevec, STI571). Cancer Res 200Z; 62:
7149-53.
Huron DR, Gorre ME, Kraker AJ, Sawyers
CL, Rosen N, Moasser MM. A novel pyri-
dopyrimidine inhibitor of abl kinase is a
icomolar inhibitor of Bcr-abl-driven
%562 cells and is effective against STI571-
resistant Ber-abl mutants Clin. Cancer Res
2003;9:1267-73.
Dorsey JE Jove R, Kraker AJ, and Wu J.
The pyrido[2,3-d]pyrimidine derivative
PD180970 inhibits p210Bcr-Abl tyrosine
kinase and induces apoptosis of K562
leukemic cells. Cancer Res 2000;60:3127-
31.
Nagar B, Bornmann WG, Pellicena P,
Schindler T, Veach DR, Miller WT, 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.
Golas JM, Arndt K, Etienne C, Lucas J,
Nardin D, Gibbons ], et al. SKI-606, a 4-
anilino-3-quinolinecarbonitrile dual in-
hibitor of Src and Abl kinases, is a potent
antiproliferative agent against chronic
myelogenous leukemia cells in culture and
causes regression of K562 xenografts in
nude mice. Cancer Res 2003;63:375-81.
Shah NP, Tran C, Lee FY, Chen P, Norris
D, Sawyers CL. Overriding imatinib
resistance with a novel ABL kinase
inhibitor. Science 2004;305:399-401.
Talpaz M, Kantarjian HM, Shah NP.
Hematologic and cytogenetic responses in
imatinib-resistant accelerated and blast
phase chronic myeloid leukemia (CML)
atients treated with the dual SRC/ABL
inase inhibitor BMS-354825: results from
a phase I dose escalation study. Blood
2004;104:10a[abstract].
Sawyers CL, Shah NP, Kantarjian HM.
Hematologic and cytogenetic responses in
imatinib-resistant chronic phase chronic
myeloid leukemia patients treated with
the dual SRC/ABL kinase inhibitor BMS-
354825: results from a phase I dose esca-
lation study. Blood 2004; 104:10a
[abstract].
O'Hare T, Pollock R, Stoffregen EP, Keats
JA, Abdullah OM, Moseson EM, et al.
Inhibition of wild-type and mutant Ber-
Abl by AP23464, a potent ATP-based
oncogenic protein kinase inhibitor:
Implications for CML. Blood 2004; 104:
2532-9.
Marais R, Light Y, Paterson HE Marshall
CJ. Ras recruits Raf-1 to the plasma mem-
brane for activation by tyrosine phospho-
rylation. EMBO ] 1995;14:3136-45.
Hoover RR, Mahon FX, Melo ]V, Dale
GQ. Overcoming STI571 resistance witK
the farnesyl transferase inhibitor
SCH66336. Blood 2002;100:1068-71.
Yu C, Krystal G, Varticovksi L, Mc Kinstry
R, Rahmani M, Dent P, et al. Pharma-
cologic mitogen-activated protein/extra-
cellular signal-regulated Einase kina-
se/mitogen-activated  protein kinase
inhibitors interact synergistically with
STI571 to induce apoptosis in Ber/Abl-
expressing human leukemia cells. Cancer
Res 2002;62:188-99.
Klejman A, Rushen L, Morrione A, Slu-
pianek A, Skorski T. Phosphatidylinositol-
3 kinase inhibitors enhance the anti-leu-
kemia effect of STI571. Oncogene
2002;21:5868-76.
Giles F, Kantarjian H, Wassmann B. A
phase I/II study of AMNI107, a novel

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

58.

59.

60.

New TKI in CML patients

aminopyrimidine inhibitor of Ber-Abl, on
a continuous daily dosing schedule in
adult patients (pts) with imatinib-resistant
advanced phase chronic myeloid leu-
kemia (CME) or relapsed/refractory Phila-
delphia chromosome (Ph") acute lympho-
cytic leukemia (ALL). Blood 2004; 104:4a
[abstract].

Gorre ME, Ellwood-Yen K, Chiosis G,
Rosen N, Sawyers CL. BCR-ABL point
mutants isolated from patients with ima-
tinib mesylate-resistant chronic myeloid
leukemia remain sensitive to inhibitors of
the BCR-ABL chaperone heat shock pro-
tein 90. Blood 2002;100:3041-4.

Shiotsu Y, Neckers LM, Wortman I, An
WG, Schulte TW, Soga S, et al. Novel
oxime derivatives of radicicol induce ery-
throid differentiation associated with
preferential G(1) phase accumulation
against chronic myelogenous leukemia
cells through destabilization of Bcr-Abl
with Hsp90 complex. Blood 2000; 96:
2284-91.

Perkins C, Kim CN, Fang G, Bhalla KN.
Arsenic induces apoptosis of multidrug-
resistant human myeloid leukemia cells
that express Ber-Abl or overexpress MDR,
MRP, Bcl-2, or Bcl-x(1). Blood 2000; 95:
1014-22.

La Rosee P, Johnson K, O’'Dwyer ME,
Druker BJ. In vitro studies of the combina-
tion of imatinib mesylate (Gleevec) and
arsenic trioxide (Trisenox) in chronic myel-
ogenous leukemia. Exp Hematol 2002; 30:
729-37.

Porosnicu M, Nimmanapalli R, Nguyen D,
Worthington E, Perkins C, Bhalla KN. Co-
treatment with As:Os enhances selective
cytotoxic effects of STI-571 against Ber-
Abl-positive acute leukemia cells. Leu-
kemia 2001;15:772-8.

Tipping AJ, Mahon EX, Zafirides G, La-
garde V, Goldman ]M, Melo JV. Drug
responses of imatinib mesylate-resistant
cells: synergism of imatinib with other
chemotherapeutic drugs. Leukemia 2002;
16:2349-57.

La Rosee P, Johnson K, Corbin AS, Stoff-
regen EP, Moseson EM, Willis S, et al. In
vitro efficacy of combined treatment
depends on the underlying mechanisms
of resistance in Imatinib-resistant Bcr-Abl
positive cell lines. Blood 2004;103:208-15.
Catley L, Weisberg E, Tai YT, Atadja P,
Remiszewski S, Hideshima T, et al. NVP-
LAQ824 is a potent novel histone
deacetylase inhibitor with significant
activity against multiple myeloma. Blood
2003;102:2615-22.

Nimmanapalli R, Fuino L, Bali B, Gaspa-
retto M, Glozak M, Tao ], et al. Histone
deacetylase inhibitor LAQ824 both low-
ers expression and promotes proteasomal
degradation of Ber-Abl and induces apop-
tosis of imatinib mesylate-sensitive or -
refractory chronic myelogenous leukemia
blast crisis cells. Cancer Res 2003;63:5126-
35.

Azam M, Latek RR, Daley QG. Mecha-
nisms of autoinhibition and STI-571/ima-
tinib resistance revealed by mutagenesis

of BCR-ABL. Cell 2003;112:831-43.

. Barthe C, Cony-Makhoul P, Melo ]V,

Mahon JR. Roots of clinical resistance to
STI-571 cancer therapy. Science 2001;
293:2163alabstract].

Hochhaus A, Kreil S, Corbin A, La Rosee
P, Lahaye T, Berger U, et al. Roots of clin-
ical resistance to STI-571 cancer therapy.
Science 2001; 293:2163a[abstract].

Nardi V, Azam M, Daley GQ. Mecha-
nisms and implications of imatinib resist-
ance mutations in BCR-ABL. Curr Opin
Hematol 2004;11:35-43.

Al-Ali HK, Heinrich MC, Lange T, Krahl
R, Mueller M, Muller C, et al. High inci-
dence of BCR-ABL kinase domain muta-
tions and absence of mutations of the
PDGEFR and KIT activation loops in CML
patients with secondary resistance to ima-
tinib. Hematol J 2004;5:55-60.

haematologica/the hematology journal | 2005; 90(4) | 541 |





