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CLINICAL OBSERVATIONS, INTERVENTIONS, AND THERAPEUTIC TRIALS

A comprehensive genetic classification of adult acute lymphoblastic leukemia
(ALL): analysis of the GIMEMA 0496 protocol
Marco Mancini, Daniela Scappaticci, Giuseppe Cimino, Mauro Nanni, Valentina Derme, Loredana Elia, Agostino Tafuri, Marco Vignetti,
Antonella Vitale, Antonio Cuneo, Gianluigi Castoldi, Giuseppe Saglio, Fabrizio Pane, Cristina Mecucci, Andrea Camera,
Giorgina Specchia, Alessandra Tedeschi, Francesco Di Raimondo, Giuseppe Fioritoni, Francesco Fabbiano, Filippo Marmont,
Felicetto Ferrara, Nicola Cascavilla, Giuseppe Todeschini, Francesco Nobile, Maria Grazia Kropp, Pietro Leoni,
Antonio Tabilio, Mario Luppi, Luciana Annino, Franco Mandelli, and Robin Foà

The Gruppo Italiano Malattie Emato-
logiche dell’Adulto (GIMEMA) 0496 proto-
col, through the central handling of bone
marrow samples at presentation, allowed
us to combine cytogenetic and molecular
information on a large series of adults
with acute lymphoblastic leukemia (ALL)
treated homogeneously, enabling us to
define as broadly as possible their ge-
netic profile and to determine the impact
on outcome of the cytogenetic-molecular
signature. Of 414 patients centrally pro-
cessed, 325 were considered for the cat-
egorization into the following cytogenetic-
molecular subgroups: normal, t(9;22)/

BCR-ABL, t(4;11)/MLL-AF4, t(1;19)/E2A-
PBX1, 9p/p15-p16 deletions, 6q deletions,
miscellaneous structural abnormalities,
and hyperdiploid. The inclusion into each
subgroup was based on a hierarchical
approach: molecular abnormalities with
adverse prognosis had precedence over
karyotypic changes with less-defined
prognosis and the latter over ploidy. Pa-
tients without abnormalities and those
with isolated 9p/p15-p16 deletions showed
a relatively favorable outcome (median
disease-free survival [DFS], > 3 years).
The t(9;22)/BCR-ABL, t(4;11)/MLL-AF4, t(1;
19)/E2A-PBX1 defined a group with dis-

mal prognosis (median DFS, 7 months),
whereas 6q deletions, miscellaneous ab-
errations, and hyperdiploidy predicted an
intermediate prognosis (median DFS, 19
months). This study highlights the impor-
tance of a combined cytogenetic-molecu-
lar profiling of adult ALL at presentation
as a critical independent determinant of
their outcome, providing further evidence
of the necessity of a risk-adapted thera-
peutic algorithm for an optimal manage-
ment of these patients. (Blood. 2005;105:
3434-3441)

© 2005 by The American Society of Hematology

Introduction

The analysis of the chromosome and genetic abnormalities that occur in
acute leukemias has provided relevant insights into the prognostic
significance of these genetic lesions, which, in turn, become of potential
importance for the design of risk-adapted therapeutic strategies for
newly diagnosed cases. In the last decade, only a few studies have
analyzed the prognostic value of cytogenetic abnormalities in large
series of adult patients with acute lymphoblastic leukemia (ALL).1-5

Although there is general agreement on the unfavorable clinical
outcome of patients with ALL with t(9;22) or t(4;11) abnormalities, the
prognostic significance of other cytogenetic abnormalities is still de-
bated. This may be attributed to the well-known technical difficulties
associated with chromosome analysis in ALL, the frequent overlap of

numerical and structural changes confounding the prognostic
significance of the single anomaly, and the low frequency of certain
karyotypic changes.6,7 In addition, it should be considered that
most studies have focused on patients undergoing different treat-
ment modalities.1,3,5

Over the last 2 decades, it has become evident that molecular
investigations are a useful integration of cytogenetic analysis,
allowing the detection of molecular alterations in cases with
apparently normal or failed karyotype.8,9 Therefore, an integrated
cytogenetic-molecular approach seems the most appropriate tool
for an accurate genetic characterization of patients with ALL at the
onset of the disease.
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Based on these considerations, the prospective Italian multi-
center Gruppo Italiano Malattie Ematologiche dell’Adulto
(GIMEMA) 0496 study, started in 1996, provided for all adult
patients with ALL entering the protocol a multiparametric diagnos-
tic approach including conventional cytogenetics and molecular
analysis for the following gene rearrangements: BCR-ABL, MLL-
AF4, E2A-PBX1, TEL-AML1, MLL, and p15 and p16 deletion. This
effort aimed at a careful characterization of the genetic lesions
occurring in adult ALL and at evaluating their prognostic signifi-
cance in a large cohort of patients treated homogeneously.

Patients, materials, and methods

The GIMEMA ALL 0496 protocol, which began in October 1996 and was
closed in September 2000, contemplated a central handling and biologic
investigation of bone marrow (BM) or peripheral blood (PB) samples of the
enrolled patients at presentation including conventional cytogenetics,
Southern blot and reverse transcription-polymerase chain reaction (RT-
PCR), and multidrug resistance (MDR1) expression. Samples were sent by
overnight dispatch to the laboratories of the Department of Cellular
Biotechnologies and Hematology, University “La Sapienza” of Rome; the
specific investigations were performed at the same center, at the Depart-
ment of Clinical and Biological Sciences, “S. L. Gonzaga” Hospital,
Orbassano, University of Turin, at the Hematology and Bone Marrow
Transplantation Unit, University of Perugia, at the CEINGE and Depart-
ment of Biochemistry and Medical Biotechnologies, University “Federico
II” of Naples, and at the Department of Biomedical Science, Hematology
Unit, University of Ferrara, all in Italy.

All patients were treated according to the ALL 0496 protocol, which is
derived from the ALLVR589 regimen10 and included patients aged 16 to 60
years with a diagnosis of ALL, with the exclusion of L3 B-cell ALL
(B-ALL). The study was approved by the Institutional Review Board of the
Department of Cellular Biotechnologies and Hematology, University “La
Sapienza” of Rome. Informed consent was provided according to the
Declaration of Helsinki. The protocol design has been described else-
where11; in summary it comprised an induction period including high-dose
daunorubicin, a consolidation with high-dose ara-C, chemoprophylaxis and
radioprophylaxis of central nervous system involvement, and periodic
reinductions over a 3-year maintenance period. Patients positive for
Philadelphia chromosome (Ph�) achieving complete remission (CR) were
treated according to the HAM protocol that included high-dose ara-C (3
g/m2/12 h for 4 days) and mitoxantrone (10 mg/m2/24 h for 3 days)
followed by allogeneic or autologous hemopoietic stem cell transplantation
based on the availability of an HLA-identical sibling.12

Cytology and immunology

The immunophenotype of ALL patients was performed by the referring
centers on BM or PB samples at diagnosis. The reactivity with monoclonal
antibodies directed against lymphoid and myeloid-associated antigens
(TdT, HLA-DR, CD19, CD10, CD20, CyIg, CD2, CD5, CD7; CD3, CD13,
CD33, CD14, CD34) was evaluated by flow cytometry. Fixed cytocentri-
fuge preparations were used for the detection of TdT and CyIg� chains by
immunocytochemical staining. The results were reviewed by the GIMEMA
biologic committee. The surface markers were considered positive when
20% or more of the blasts expressed the antigen; intracytoplasmic
positiveness was based on 10% or more reactive blasts. The immunologic
definition in B- and T-lineage ALL was based on the criteria defined by the
European Group for the Immunological Characterization of Leukemias.13

Cytogenetic analysis

Cytogenetic analyses were performed in 3 referral centers (Rome, Ferrara,
and Perugia) on direct and 24-hour cultured preparations of BM or PB cells
(or both) without stimulation. GTG-banding chromosomes were classified
according to the International System for Human Cytogenetic Nomencla-
ture.14 A successful cytogenetic analysis required the detection of at least 2
or more cells with the same structural change or chromosomal gain, 3 or more

cells with the same chromosomal loss, or at least 20 metaphases without clonal
changes. However, in less than 10% of cases classified as normal, 10 to 19 mitotic
figures could be analyzed. A central karyotype review was also performed in
difficult cases. Each patient was classified hierarchically in different subgroups
on the basis of the cytogenetic abnormality; in particular, karyotypic aberrations
with known adverse prognostic significance as t(9;22), t(4;11), t(1;19) took
precedence over others with less defined prognostic value, as del(6q) and del(9p).
If none of these was identified, patients having structural aberrations with or
without numerical changes not exceeding one chromosome gain or loss were
assigned to the miscellaneous group, whereas patients carrying numerical
aberrations only were assigned to the hyperdiploid group. Patients without
karyotypic anomalies were included in the normal group.

DNA analysis

High-molecular-weight DNA was extracted from Ficoll-Hypaque–isolated
mononuclear cells, digested to completion with EcoRI, HindIII, or BglII
restriction endonucleases, size-fractionated by electrophoresis through
0.8% agarose gels, denatured, and transferred to nitrocellulose membranes.
These DNAs were prehybridized for 2 to 4 hours at 42°C in a solution
containing 50% deionized formamide, 5 � Denhardt solution, and 100
�g/mL denatured salmon sperm and then hybridized at 42°C for 16 to 18
hours in the same solution with the denatured p16 exon 2 probe previously
labeled with 32P by the random priming technique.11 Filters were washed at
room temperature for 10 minutes in 0.2 � standard saline citrate/0.1%
sodium dodecyl sulfate and at 50°C for 15 to 20 minutes in the same
solution. Filters were then exposed for 2 to 8 days at �80°C for
autoradiography using intensifying screens.

The B859 probe previously described, which explores the MLL
breakpoint region at chromosome 11q23, was also used to study the
configuration of this gene in ALL patients.15 In addition to the detection of
rearrangements at this locus, this probe served as control for the assessment
of the DNA amount present in the filters. The genomic deletions of the p15
and p16 genes were evaluated in 211 patients.

RT-PCR

Total RNA was extracted from BM or PB mononuclear cells collected at
diagnosis and cryopreserved in guanidinium isothiocyanate, according to
the method of Chomczynski and Sacchi.16 To identify the most frequent
fusion genes in ALL—namely, MLL-AF4, MLL-ENL, the BCR-ABL p190
(e2a2) and p210 (b2a2, b3a2) isoforms, E2A-PBX1, TEL-AML1—we used a
multiplex RT-PCR strategy17 in 60 cases and the standardized RT-PCR
protocol defined by the Biomed-1 Concerted Action in the remaining.18

Analyses were conducted in 3 referral centers (Rome, Turin, and Naples)
and centrally reviewed. Because the therapeutic program contemplated a
different postremission strategy for patients with BCR-ABL� ALL, the
BCR-ABL fusion product detection was performed in all patients. The
presence of the MLL-AF4, E2A-PBX, and TEL-AML1 fusion transcripts was
investigated in 287, 162, and 162 cases, respectively.

MDR1 expression

MDR1 expression was assessed on BM or PB samples by depicting the
leukemic cells with the MRK16 antibody (Kamiya Biomedical, Seattle,
WA), which reacts with a cell surface epitope of the P-glycoprotein (P-gp)
170, as previously reported.19 Flow cytometry was used to measure the
fluorescence intensity of the leukemic samples and of the MDR1� cell lines
used as controls in the analysis standardization. Differences in fluorescence
intensity were evaluated using the Kolmogorov-Smirnov statistic test (D).20

According to the study priority, 250 cases were analyzed in one referral
laboratory in Rome.

Statistical analyses

Comparison of pretreatment characteristics on CR rate was carried out
using the �2 test or Fisher exact test. The relationship of the outcome with
age, white blood cells (WBCs), phenotype, MDR, and cytogenetic-
molecular classification was analyzed using the logistic and Cox regression
models.21 In the multivariate analysis, the classification in 2 cytogenetic-
molecular risk groups was tested with the following variables: age and
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WBC count as continuous variables; immunophenotype was dichotomized
as expression of B versus T markers; MDR expression was dichotomized as
present (� 0.05) or absent. The probability of disease-free survival (DFS)
and overall survival (OS) was calculated using the Kaplan and Meier
method22 and the prognostic value of potential factors was analyzed using
the log-rank test with stratification for risk group.23

Results

Cytogenetics

Conventional cytogenetics was performed on 378 of 414 cases
centrally processed, due to inadequate samples for cytogenetic
analysis (6 cases) or missing cytogenetic samples (30 cases). An
evaluable karyotype was obtained in 282 cases (75%) and an
abnormal clone was detected in 168 (60%). Cases with a defined
karyotype were classified in different subgroups following the
hierarchical approach indicated (Table 1). Among cases with
structural changes, the subgroup with the t(9;22) translocation was
the largest (64 of 378; 16.9%). In this group, additional chromo-
somal changes were identified in 55% of the cases and included an
additional Ph (8 cases), 9p deletion (3 cases), and chromosomal
gain resulting in hyperdiploidy (3 cases). Patients with t(9;22) had
B-lineage ALL in all cases but one (a T-ALL) with expression of
the CD34 and CD10 antigens in more than 90 of cases, a WBC
count more than 10 � 109/L in more than 60%, and an age older
than 30 years in 78% of cases. A t(4;11) translocation was identified
in 18 patients (4.8%); 5 had additional structural anomalies that
included i(7q) (1 case) and del(6q) (1 case). A t(1;19) translocation
was detected in 3 cases (0.8%); 2 had the unbalanced form and 1
the balanced form of the translocation; all cases showed additional
changes including in one instance a del(6q). Partial deletions of the
long arm of chromosome 6 were identified in 15 cases (4%); of
these, 1 had the presence of a BCR-ABLrearrangement at the molecular
level. A T-cell phenotype was found in 8 (57%) of 14 cases, and in 6 of
them the anomaly was present as isolated change. An isolated del(9p)
was identified in 2 cases, both showing a B-cell phenotype. The other 41
cases (10.8%) with an abnormal karyotype were combined to form the
miscellaneous group. The most common structural changes included in
this group were del(7q) (3 cases), del(5q) (2 cases), del(12p) or t(12p) (2
cases), t(10;14)(q24;q11) (2 cases), t(4;11)(q21;p15) (1 case), and 14q
abnormalities (5 cases). Numerical aberrations consisting in low hyper-
diploidy (47-50 chromosomes, 16 cases) and in high hyperdiploidy
(� 50 chromosomes, 9 cases) were identified in 25 patients (6.6%).
Finally, 114 cases (30.2%) without apparent structural or numerical
changes were recorded.

Molecular analysis

Molecular analyses were performed on 386 of 414 cases
centrally collected, owing to inadequate samples for molecular

investigation (6 cases) or absence of molecular abnormalities in
cases with missing cytogenetic samples (22 cases). BCR-ABL
fusion was detected in 102 of 386 cases (26.4%; Table 2). Of
these, 58 (57%) showed a p190, 23 (23%) a p210, 19 (19%) a
p190/210 fusion protein, and 1 a rare e1a3 fusion. AF4-MLL,
E2A-PBX1, and TEL-AML1 fusion genes were identified in 23
(8%) of 287, 6 (3.7%) of 162, and 1 (0.6%) of 162 of the
investigated cases, respectively. A homozygous or hemizygous
loss of p15 or p16 genes (or both) was documented in 52
(24.6%) of 211 analyzed cases. Among the 52 deleted cases, 30
showed the deletion as an isolated anomaly. BCR-ABL (11
cases), E2A-PBX1 (1 case), and AF4-MLL (1 case) fusions
emerged as the molecular changes more frequently associated
with p15/p16 deletion. Of the 386 cases molecularly investi-
gated, 61 with molecular analysis negative for the presence of
fusion genes or p15-p16 deletion and inadequate cytogenetic
results (no mitosis or � 10 analyzed cells with normal karyo-
type) were considered as not evaluable.

Integrated cytogenetic and molecular classification

Considering the cases having both conventional cytogenetics (282
cases) or molecular analysis (325 cases) successfully performed, a
total of 325 patients with a defined genetic profile were hierarchi-
cally classified in the following subgroups: normal, BCR-ABL/t(9;
22), MLL-AF4/t(4;11), E2A-PBX1/t(1;19), 6q deletions, miscella-
neous, hyperdiploid, 9p and/or p15 and/or p16 deletions.

This integrated cytogenetic-molecular approach ensures a more
precise categorization of patients with respect to the presence or
absence of distinct genetic alterations.

The frequency of each cytogenetic-molecular subgroup and
their associated biologic and clinical features are presented in
Tables 3 and 4. With respect to previously cytogenetic-based
classifications, this classification system allowed us to delineate,
in particular, 3 subgroups of patients: namely, normal, 9p/p15-
p16 deletions, and hyperdiploid, as much as possible free from
confounding genetic abnormalities. Compared with the other
cytogenetic-molecular subgroups, patients included in the nor-
mal subgroup showed more frequently an age younger than 30
years (59.3% versus 40.6%; P � .003) and a WBC count lower
than 30 � 103/L (72.1% versus 56.1; P � .009). As for the
del(6q) subgroup, patients included in the group with isolated
cytogenetic or molecular 9p/p15-p16 abnormalities had more
frequently a T-cell lineage ALL than patients of the other
subgroups (57.1% versus 36.7%, P � � .001). The hyperdip-
loid group showed a CD10� B-lineage ALL more frequently
than the other groups (58.3% versus 32.2%; P � .009) and
tended to have more frequently a WBC count lower than
30 � 103/L (76% versus 59%), as in the normal subgroup.

Treatment results

Of the 325 patients registered and eligible for the study who could
be considered for the integrated cytogenetic-molecular classifica-
tion, 317 started the induction treatment and 294 were evaluable for

Table 1. Distribution by cytogenetic hierarchical classification

Groups No. cases % of cases

Normal 114 30.2

del(9p) 2 0.5

del(6q) 15 4.0

Hyperdiploid 25 6.6

Miscellaneous structural abnormalities 41 10.8

t(9;22) 64 16.9

t(4;11) 18 4.8

t(1;19) 3 0.8

Failed 96 25.4

Total 378 100.0

Table 2. Distribution by molecular abnormalities

Type of transcript or
gene rearrangement

No. abnormal cases/ no. analyzed
cases (%)

BCR-ABL 101/386 (26.2)

MLL-AF4 23/287 (8.0)

TEL-AML1 1/162 (0.6)

E2A-PBX1 6/162 (3.7)

p15/p16 deletion 52/211 (24.6)
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response (Table 5). Of these, 232 patients (79%) obtained CR. The
overall DFS was 31% at 5 years (95% CI, 24.4%-37.0%; Figure 1).
The OS at 5 years was 31% (95% CI, 25.6%-36.3%; Figure 2). The
overall clinical outcome of the patient population considered for

the cytogenetic-molecular classification did not differ from that of
the other patients enrolled in the trial (CR rate, 80%; DFS and OS at
5 years, 33% [95% CI, 27.7%-37.9%], and 33% [95% CI,
28.3%-37.3%], respectively).

Table 3. Distribution of 386 ALL cases according to conventional cytogenetic and cytogenetic-molecular classification

Cytogenetic group Normal

Cytogenetic-molecular groups, no.

t(9;22)/
BCR-
ABL

t(4;11)/
AF4-
MLL

t(1;19)/
E2A-PB

XI del(6q) Hyperdiploid Miscellaneous

del(9p)/
p15-
p16

Not
evaluable Total

Normal 86 4 3 2 0 0 1* 18 0 114

t(9;22) 0 64† 0 0 0 0 0 0 0 64

t(4;11) 0 0 18‡ 0 0 0 0 0 0 18

t(1;19) 0 0 0 3‡ 0 0 0 0 0 3

del(6q) 0 1 0 0 14 0 0 0 0 15

Hyperdiploid 0 0 0 0 0 25 0 0 0 25

Miscellaneous 0 2 2 1 0 0 36 0 0 41

del(9p) 0 0 0 0 0 0 0 2 0 2

Not evaluable 0 25 1 1 0 0 0 8 61 96

Not done 0 6 0 0 0 0 0 2 0 8

Total 86 102 24 7 14 25 37 30 61 386

*TEL-AML1.
†One case with positive fluorescence in situ hybridization and negative RT-PCR.
‡One case missing molecular analysis.

Table 4. Pretreatment characteristics of 325 genetically defined patients by cytogenetic-molecular groups

Total

Cytogenetic-molecular groups

Normal
t(9;22)/

BCR-ABL
t(4;11)/

AF4-MLL
t(1;19)/

E2A-PBX1 del(6q)
del(9p)/
p15-p16

Pseudo-
diploid Hyperdiploid

Total 325 86 102 24 7 14 30 37 25

Sex, no. (%)

Male 194 (60) 51 (59) 54 (53) 13 (54) 3 (43) 11 (78) 24 (80) 22 (59) 16 (61)

Female 131 (40) 35 (41) 48 (47) 11 (46) 4 (57) 3 (22) 6 (20) 15 (41) 9 (39)

Median age, y (range) 31 (14-60) 26 (15-58) 42 (16-60) 39 (15-59) 22 (15-58) 27 (18-57) 29 (14-59) 23 (15-59) 22 (15-53)

Age, no. (%)

Younger than 30 y 148 (46) 51 (59) 22 (22) 7 (29) 6 (86) 8 (57) 15 (50) 25 (68) 14 (56)

31 to 50 y 124 (38) 29 (34) 51 (50) 14 (58) 0 (0) 5 (36) 10 (33) 7 (19) 8 (32)

51 to 60 y 53 (16) 6 (7) 29 (28) 3 (13) 1 (14) 1 (7) 5 (17) 5 (13) 3 (12)

WBC counts, no. (%)

10 � 109/L or less 132 (41) 49 (57) 36 (35) 3 (12.5) 3 (43) 4 (29) 10 (33) 14 (38) 13 (52)

10 � 109/L to 30 � 109/L 64 (20) 13 (15) 17 (17) 5 (21) 3 (43) 4 (29) 7 (23) 9 (24) 6 (24)

30 � 109/L to 50 � 109/L 32 (10) 8 (9) 12 (12) 3 (12.5) 0 2 (14) 3 (10) 2 (5) 2 (8)

50 � 109/L to 100 � 109/L 43 (13) 6 (7) 19 (19) 5 (21) 0 1 (7) 4 (14) 7 (19) 1 (4)

100 � 109/L or more 53 (16) 10 (12) 17 (17) 8 (33) 1 (14) 3 (21) 6 (20) 5 (14) 3 (12)

Phenotype, no. (%)

B 266 (82) 66 (77) 101 (99) 24 (100) 7 (100) 6 (43) 19 (63) 25 (68) 18 (72)

T 59 (18) 20 (23) 1 (1) 0 0 8 (57) 11 (37) 12 (32) 7 (28)

CD10 status, no. (%)

Positive 206 (66) 52 (64) 92 (93) 0 (0) 7 (100) 6 (46) 19 (63) 20 (57) 10 (42)

Negative 107 (34) 29 (36) 7 (7) 24 (100) 0 (0) 7 (54) 11 (37) 15 (43) 14 (58)

Not done 12 5 3 0 0 1 0 2 1

CD13 status, no. (%)

Positive 77 (26) 23 (29) 33 (35) 0 (0) 0 (0) 2 (15) 1 (4) 10 (29) 8 (38)

Negative 222 (74) 55 (71) 62 (65) 24 (100) 6 (100) 11 (85) 26 (96) 25 (71) 13 (62)

Not done 26 8 7 0 1 1 3 2 4

CD33 status, no. (%)

Positive 67 (22) 19 (24) 33 (35) 0 (0) 0 (0) 0 (0) 2 (7) 7 (20) 6 (26)

Negative 235 (78) 59 (76) 62 (65) 23 (100) 7 (100) 13 (100) 26 (93) 28 (80) 17 (74)

Not done 23 8 7 1 0 1 2 2 2

CD34 status, no. (%)

Positive 223 (72) 57 (71) 92 (95) 10 (41) 0 (0) 8 (57) 14 (48) 24 (76) 18 (75)

Negative 86 (28) 23 (29) 5 (5) 14 (59) 7 (100) 6 (43) 15 (52) 10 (24) 6 (25)

Not done 16 6 5 0 0 0 1 3 1

MDR, no. (%)

Yes 57 (23) 15 (24) 16 (21) 2 (11) 1 (14) 1 (9) 7 (26) 8 (27) 7 (37)

No 193 (87) 47 (76) 59 (79) 17 (89) 6 (86) 10 (91) 20 (74) 22 (73) 12 (63)

Not done 75 24 27 5 0 3 3 7 6
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MDR1 expression

The MDR protein expression was assessed by MRK16 bind-
ing. MDR1 expression was detected in 57 (23%) of the 250
analyzed cases.

Prognostic value of the integrated molecular-cytogenetic
classification in ALL patients at presentation

Excluding patients not evaluable for response to induction, 294
of 325 cases could be assessed for their clinical outcome. No
significant differences among the 8 cytogenetic-molecular sub-
groups were observed in terms of CR rate (P � .238). In
contrast, on the basis of the median DFS, 3 prognostic groups
could be distinguished by the presence of specific cytogenetic-
molecular abnormalities. Cases with normal karyotype and
isolated 9p/p15-p16 deletions are suggestive of having a rela-
tively better outcome (median DFS, � 3 years) and were
considered as a “standard-risk” group, whereas patients with
t(9;22), t(4;11), and t(1;19) showed an adverse prognosis
(median DFS, 7 months) and were comprised in an “adverse-
risk” category. Patients with del(6q), miscellaneous abnormali-
ties, and hyperdiploidies exhibited an intermediate outcome
(median DFS, 19 months) and were included in the “intermediate-
risk” group. In univariate analysis, with respect to the DFS
probability at 2 years, patient stratification on the basis of
cytogenetic-molecular features was significantly associated with
outcome (P � .001; Figure 3). In a multivariate analysis model
including age, WBC count, MDR, and immunophenotype,
patients in the “high-risk” group had a statistically significant
lower probability to be alive without disease recurrence after 2
years from remission, compared to the “intermediate-risk”
(hazard ratio [HR] 2.00; P � .02), and patients in the “standard-
risk” showed a significantly higher probability of being alive in
remission compared to those in the intermediate-risk group (HR
0.55; P � .04; Table 6). After a more prolonged follow-up, the
differences in outcome between the favorable and intermediate
groups tend to erode, becoming comparable at 5 years (Figure 3
and Tables 7-9).

Discussion

Despite the efforts to identify at the onset of the disease subgroups
of adult patients with ALL with a different prognostic likelihood,
the predictive value of the risk models so far proposed is still
limited. Considering that cytogenetic and molecular features are
among the most important factors for predicting outcome, we
hereby propose a risk classification system based on an integrated
cytogenetic-molecular characterization of a large series of patients
with adult ALL enrolled in the GIMEMA ALL 0496 trial and
studied prospectively at presentation. This systematic approach
first allowed us to decrease the number of cases with failed
cytogenetics (from 25% to 16%) or normal karyotype (from 29.5%

to 22%) through the detection of molecular lesions not identified by
conventional cytogenetics and vice versa, and second, to depict 8
different cytogenetic-molecular subgroups as much as possible
homogeneous for defined genetic abnormalities, such as BCR-ABL
or t(9;22), MLL-AF4 or t(4;11), p15 and/or p16 deletion or del(9p),
and so forth (Table 5). Within the normal karyotype group, 28 of
114 patients had molecular anomalies missed by conventional
cytogenetics. The most frequently detected were p15 and p16
deletions (18 of 28 cases), t(9;22) (4 of 28 cases), and t(4;11) (3 of
28 cases). This confirms previous observations that most of the p15
and p16 deletions are not detected by conventional cytogenet-
ics.24,25 In the group with failed cytogenetic analysis, 35 of 96 cases
were found to harbor molecular abnormalities consisting of BCR-
ABL (25 of 35), AF4-MLL (1 of 35), and E2A-PBX1 (1 of 35)
rearrangements, and p15 or p16 deletions (8 of 35). Considering the
patients with normal or not evaluable cytogenetics, most molecular
abnormalities are restricted to the failed cytogenetic group (77.4%
versus 22.6%; P � � .001).

When the DFS probability at 2 years is considered as an early
prognostic end point, the cytogenetic-molecular subgroups delineated in
the present study allow prediction of a different clinical outcome
likelihood. Cases with no abnormalities or with 9p/p15 and/or p16
deletions have a significantly higher DFS probability, as shown in
Figure 3. The prognostic significance of a normal karyotype has been
seldom estimated in adult ALL and varies in different series. The results
of our study are consistent with the outcome of a series of 443 adult

Figure 1. DFS of 232 patients obtained CR and considered in the integrated
cytogenetic-molecular classification.

Figure 2. OS of 325 patients considered for the integrated cytogenetic-
molecular classification.

Table 5. Flow chart of the patients included in the GIMEMA
0496 protocol

Clinical
trial

Central
handling

Evaluable integrated
cytogenetic-molecular

classification

No. patients eligible for the study 498 414 325

No. patients who started induction 490 408 317

No. patients evaluable for response 455 380 294

No. RC (%) 363 (80) 303 (80) 232 (79)
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patients reported by the Groupe Français de Cytogénétique Héma-
tologique (GFCH),3 which found the normal karyotype group to be
associated with a better prognosis (median event-free survival [EFS], 24
months; EFS 44%) than the abnormal karyotype group (P � .001) in
B-lineage ALL. This finding was not confirmed by the Medical
Research Council (MRC) UKALL XA trial,4 which showed that DFS
for patients with a diploid karyotype was comparable with the poor-
outcome categories. This result, however, could be due to the presence
of poor-risk genetic lesions missed by conventional cytogenetics,
because in this study molecular investigations were not performed. The
frequency of normal karyotypes has been reported to range between
16% and 34% for adult ALL patients; clinical features associated with
this subgroup include a median age ranging between 30 and 44 years, a
median WBC count between 10 and 30 � 109/L, and a T-cell phenotype
in 18% to 38% of cases.1-5,26 In the present series, the subgroup with
normal karyotype represented 27% of cases and showed more fre-
quently than the abnormal cytogenetic-molecular subgroups a young

age (27 years; range, 14-58 years), a low WBC count (6.8 � 109/L;
range, 0.6-700 � 109/L), whereas the prevalence of T-cell phenotype
was similar to that of the other groups (23%).

In addition to normal karyotype, the standard-risk group
included cases carrying abnormalities of the short arm of chromo-
some 9, including p15 and p16 deletions. These abnormalities have
been found in approximately 10% of childhood ALL with a higher
percentage in T-ALL and in 5% to 16% of adults.27-31 Frequently,
9p deletions have been associated with other abnormalities, in most
cases the t(9;22) translocation, and are considered a secondary
change.5,24,30 In our series, 9p, p15 and/or p16 deletions were found
in 52 (25%) of 211 analyzed cases emerging as the most frequent
molecular abnormalities after BCR-ABL. In 30 cases, 19 with B-
and 11 with T-cell phenotype, this group of anomalies was present
as an isolated change, suggesting that it may be considered as a
primary change in ALL. Comparing this group with the 22 cases
carrying 9p abnormalities in addition to other changes consisting of
a t(9;22) (11 cases), other structural changes included in the
pseudodiploid subgroup (7 cases), a del(6q) (2 cases), a t(1;19) (1
case), and a t(4;11) (1 case), patients with isolated 9p/p15 and/or
p16 deletion showed a similar median age (27 versus 29 years), but
a lower median WBC count (21 versus 46 � 109/L). In a pediatric
series treated with a Children’s Cancer Group risk-adjusted proto-
col, Heerema et al27 reported that deletions of 9p were associated
with an adverse prognosis in B-lineage ALL and, in the homozy-
gous form, also in T-ALL. This finding has been confirmed by
Carter et al,32 who reported that homozygous and hemizygous
deletions of p16 are independent predictors of relapse. Disagree-
ment still exists about the correlation with prognostic and immuno-
phenotypic features of 9p abnormalities in adult ALL. Fizzotti et
al33 found a significant relationship between p16 deletion and a
subset of ALL with features of aggressive disease (high leukemic
cell mass and high WBC counts), but no differences by immunophe-
notype. Indeed, the GFCH reported no impact on prognosis and no
significant correlation with B- or T-lineage ALL.3 Similar findings
were observed by Faderl et al,24 who reported no difference in the
outcome of patients with homozygous p15 and p16 gene deletions
with respect to patients with no deletions or loss of only one allele.
The correlation of 9p abnormalities with an adverse prognosis may
depend on their frequent association with additional karyotypic
changes, often consisting in poor-risk aberrations such as t(9;22),
t(4;11), or complex abnormalities. Conversely, our study suggests
that the p15 and/or p16 deletions, when present as an isolated
change, are not associated with a high risk of relapse at short term.

The intermediate prognostic category included patients with
del(6q), cases with diploid karyotype, and a miscellaneous group of
other structural changes not encompassed by the other 2 risk
groups, which were too infrequent to be assigned a prognostic
significance in their own right, as well as cases with only numerical
acquisitions. Partial deletions of the long arm of chromosome 6

Table 6. Multivariate analysis for DFS at 2 years

Variable P value
Hazard

ratio
95% hazard ratio
confidence limits

WBCs, � 109/L* 0.0479 1.002 1.000 1.003

Age, y† 0.2061 1.010 0.994 1.026

Phenotype, B or T 0.2924 1.385 0.755 2.538

MDR, negative or positive 0.7815 0.928 0.546 1.575

Cytogenetic-molecular risk group

Intermediate vs standard 0.0428 0.552 0.311 0.981

Intermediate vs high 0.0231 2.006 1.100 3.659

*Range, 0.5-848 � 109/L.
†Range, 16-60 years.

Figure 3. DFS by univariate analysis. DFS according to (A) cytogenetic subgroups,
(B) cytogenetic-molecular subgroups, and (C) cytogenetic-molecular risk groups.
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have mainly been reported in pediatric T-ALL, with a frequency
ranging between 6% and 10% of patients, and an association with a
favorable prognosis. In adults, too few cases have been reported so
far to allow definitive clinical and biologic correlations. Our study
highlights the preferential correlation of this anomaly with a T-cell
phenotype, especially when it is present as isolated change, as
reported elsewhere.11 Moreover, the result of our analysis makes
previous not unfavorable prognostic suggestions somewhat ques-
tionable, on the basis of the median DFS of 19 months recorded in
the del(6q) subgroup. The hyperdiploid group, which includes 9
cases (32%) with so-called “high” hyperdiploidy (� 51 chromo-
somes), accounts for 8% of successfully investigated cases, in line
with what so far is described in adult ALL. More than 50% of the
hyperdiploid cases described in the literature were of B-cell
phenotype, were younger than 30 years, and a normal WBC
count.3,4 The clinical outcome of patients with hyperdiploidy varies
in different series, being more favorable in children than in adults,
where a poor outcome has been repeatedly reported.3,5,26 Similarly,
in the present study a median DFS of 19 months has been recorded
in the hyperdiploid group, despite the absence of unfavorable
structural changes, indicating that adults may not enjoy the good
prognosis reported in children. Adverse risk features, which may
correlate with an unfavorable outcome, such as WBC count more
than 30 � 109/L and age older than 30 years,34,35 were observed in
this group in 24% and 44% of cases, respectively.

The t(9;22), t(4;11), and t(1;19) translocations defined a cytoge-
netic-molecular group with unfavorable outcome. With respect to
the first 2 abnormalities, our data are consistent with what is
reported by several groups in terms of poor outcome.3-5 The
association with a poor prognosis of the t(1;19) translocation,
which in this series was found in 4% of cases, is still debated. In
pediatric ALL, where this aberration is more common (8%),
improved outcome has been obtained with a more intensified
treatment.36 In adults, the GFCH3 described 11 cases, of which 9
failed therapy within 12 months from diagnosis; conversely, the
MRC UKALL XA4 did not confirm the adverse outcome, reporting
a 3-year DFS of 54% in 10 patients, 4 of them undergoing bone
marrow transplantation. In the present study, t(1;19) characterizes a

subset of relatively young patients with CD10�, often CyIg�,
B-lineage ALL who do not express CD34 and myeloid associated
antigens. Despite the high CR rate, this anomaly was associated
with early treatment failure in 5/7 patients.37

Our study emphasizes the feasibility of a combined cytogenetic-
molecular classification of adult patients with ALL in the context of
a multicenter clinical trial. At 2 years, the stratification in 3 risk
groups derived from this approach emerges, in univariate and
multivariate analysis, as a variable significantly associated with
DFS probability. Although at 5 years the favorable and intermedi-
ate groups had an overall comparable outcome, this model
highlights a category of patients with at least 2 years of relatively
favorable outcome during which, on the basis of the presence of
minimal residual disease, the impact of consolidative treatment
strategies including newer drugs should be evaluated.

In conclusion, our data indicate that a combined broad cytogenetic-
molecular classification of adults with ALL at presentation provides a
framework that clearly distinguishes groups of patients with a different
likelihood of relapse and that, in the context of multicenter protocols,
this integrated approach is essential for the design of a risk-adapted
therapeutic algorithm. The challenge of future trials will be to further
extend the number of cytogenetic-molecular profiled cases by using
novel techniques, such as spectral karyotyping and comparative genomic
hybridization, as well as to complement the genetic screening with other
parameters in order, ultimately, to permit a more refined and targeted
clinical management.
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Appendix

The following institutions and investigators participated in this study:
Ospedale SG Moscati, Avellino, Ettore Volpe; Istituto di Ematologia
L. A. Seràgnoli, Bologna, Michele Baccarani; Ospedale S Giovanni
Bosco, Napoli, Eustachio Miraglia; Ospedale S. Francesco, Attilio
Gabbas; Ospedale S. Carlo, Potenza, Francesco Ricciuti; Università
Cattolica, Roma, Giuseppe Leone; Ospedale Cardarelli, Napoli, Vin-
cenzo Mettivier; Ospedale S Giovanni Battista, Torino, Mario Bocca-
doro; Ospedale SS Antonio e Biagio, Alessandria, Alessandro Levis;
Ospedale S Maria Goretti, Latina, Angelo De Blasio; Università di
Palermo, Pietro Citarrella; Ospedale S Antonio Abate, Gallarate,
Ruggero Mozzana; Arcispedale S Maria Nuova, Reggio Emilia, Luigi
Gugliotta; Ospedale S Eugenio, Roma, Sergio Amadori; Università di
Sassari, Maurizio Longinotti; Ospedale S Martino, Genova, Gino
Santini; Dipartimento di Medicina Interna, Università di Genova,
Riccardo Ghio; Ospedale A Di Summa Brindisi, Giovanni Quarta;
Ospedale A Sclavo, Siena, Francesco Lauria; Ospedale Maggiore, Lodi,
Giulio Nalli; Ospedale E Morelli, Sondalo, Renzo Epis; CRO Aviano,
Umberto Tirelli; Università di Palermo, Vincenzo Abbadessa; Ospedale
S Salvatore, Pesaro, Giuseppe Visani; Ospedale S Croce e Carle, Cuneo,
Andrea Gallamini; Ospedale SS Annunziata, Taranto, Patrizio Mazza;
Ospedale Maggiore della Carità, Novara, Giancarlo Avanzi.

Table 7. Univariate analysis for DSF according to
cytogenetic subgroups

�, y Median, % 95% CI, y No. patients No. events

del(9p) Not reached* — — 2 0

Normal 2.8 49 38.2-60.2 83 48

Hyperdiploid 1.6 50 28.1-71.9 20 12

del(6q) 1.6 45 16.0-74.9 11 8

Miscellaneous 1.3 48 30.1-66.5 29 17

t(1;19) 0.8 33 0-86.7 3 2

t(9;22) 0.6 50 34.1-65.9 38 34

t(4;11) 0.4 50 25.5-74.5 16 12

*del(9p) 100% at 4 years.

Table 8. Univariate analysis for DSF according to cytogenetic-
molecular subgroups

�, y Median, % 95% CI, y No. patients No. events

del(9p)/p15-p16 4.0 45 22.0-68.0 22 12

Normal 2.9 50 37.7-63.1 63 35

Hyperdiploid 1.6 50 28.1-71.9 20 12

del(6q) 1.6 50 19.0-81.0 10 7

Pseudodiploid 1.3 50 30.8-69.2 26 15

t(1;19)/E2A-PBX1 0.6 43 6.2-79.5 7 5

t(9;22)/BCR-ABL 0.6 49 36.9-61.6 63 53

t(4;11)/AF4-MLL 0.4 48 26.3-69.0 21 17

Table 9. Univariate analysis for DSF according to cytogenetic-
molecular risk groups

�, y 95% CI, y No. patients No. events

Standard 3.2 38.6-60.6 85 47

Intermediate 1.6 36.9-63.1 56 34

High 0.62 39.2-59.7 91 75
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tologique. Cytogenetic abnormalities in adult
acute lymphoblastic leukemia: correlation with
hematologic findings and outcome. A collabora-
tive study of the Groupe Française de Cytogénét-
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tive karyotype analysis in adult acute lymphoblas-
tic leukemia: the Cancer and Leukemia Group B
experience. Blood. 1999;93:3983-3993.

6. Williams DL, Harris A, Williams KJ, Brosius MJ,
Lemonds W. A direct bone marrow chromosome
technique for acute lymphoblastic leukemia. Can-
cer Genet Cytogenet. 1984;13:239-257.

7. Mitelman F. The Third International Workshop on
Chromosomes in Leukemia. Cancer Genet Cyto-
genet. 1981;4:96-98.

8. Macintyre EA, Delabesse E. Molecular ap-
proaches to the diagnosis and evaluation of lym-
phoid malignancies. Semin Hematol. 1999;36:
373-389.

9. Third International Workshop on Chromosomes
in Leukemia. Chromosomal abnormalities and
their clinical significance in acute lymphoblastic
leukemia. Cancer Res. 1983;13:868-873.

10. Todeschini G, Tecchio C, Meneghini V, et al. Esti-
mated 6-year event free survival of 55% in 60
consecutive adult acute lymphoblastic leukemia
patients with an intensive phase II protocol based
on high induction dose of daunorubicin. Leuke-
mia. 1998;12:144-149.

11. Mancini M, Vegna ML, Castoldi GL, et al. Partial
deletions of long arm of chromosome 6: biologic
and clinical implications in adult acute lympho-
blastic leukemia. Leukemia. 2002;16:2055-2061.

12. Stryckmans P, Suciu S, Annino l, et al. Molecular
evaluation of consolidation therapy and early allo-
graft or autograft for BCR/ABL pos. adult acute
lymphoblastic leukemia. A pilot study of EIGLE
(European Intergroup of French-LALA, GIMEMA
and EORTC) [abstract]. Blood. 1997;90(suppl
1):183a. Abstract 809.

13. Bene MC, Castoldi G, Knapp W, et al. Proposals

for the immunological classification of acute leu-
kemias. European Group for the Immunological
Characterization of Leukemias (EGIL). Leukemia.
1995;9:1783-1786.

14. Mitelman F. An International Systems for Human
Cytogenetic Nomenclature. Basel, Switzerland:
Karger; 1995.

15. Gu Y, Nakamura T, Ahdler H, et al. The t(4;11)
chromosome translocation of human acute leuke-
mias involves the fusion between the ALL1 gene
encoding at protein with homologies to Drosoph-
ila trithorax gene and a gene Af-4 on chromo-
some 4. Cell. 1992;1:701-708.

16. Chomczynski P, Sacchi N. Single-step method of
RNA isolation by acid guanidinium thiocyanate-
phenol-chloroform extraction. Anal Biochem.
1987;162:156-159.

17. Elia L, Mancini M, Moleti L, et al. A multiplex re-
verse transcription-polymerase chain reaction
strategy for the diagnostic molecular screening of
chimeric genes: a clinical evaluation on 170 pa-
tients with acute lynphoblastic leukaemia.
Haematologica. 2003;388:275-279.

18. van Dongen JJ, Macintyre EA, Gabert JA, et al.
Standardized RT-PCR analysis of fusion gene
transcripts from chromosome aberrations in
acute leukemia for detection of minimal residual
disease. Report of the BIOMED-1 Concerted Ac-
tion: investigation of minimal residual disease in
acute leukemia. Leukemia. 1999;13:1901-1928.

19. Tafuri A, Gregorj C, Petrucci MT, et al. MDR 1
protein expression is an independent predictor of
complete remission in newly diagnosed adult
acute lymphoblastic leukemia. Blood. 2002;100:
974-981.

20. Beck WT, Grogan TM, Willman CL, et al. Methods
to detect P-glycoprotein-associated multidrug re-
sistance in patients’ tumors: consensus recom-
mendations. Cancer Res.1996;56:3010-3020.

21. Cox DR. Regression models and life tables. J R
Stat Soc. 1972;34:187-220.

22. Kaplan EL, Meier P. Nonparametric estimation
from incomplete observations. J Am Stat Assoc.
1958;53:457-481.

23. Peto R, Pike MC, Armitage P, et al. Design and
analysis of randomized clinical trials requiring
prolonged observations of each patient, II: analy-
sis and examples. Br J Cancer. 1977;35:1-39.

24. Faderl S, Kantarjian HM, Manshouri T, et al. The
prognostic significance of p16INK4a/p14ARF and
p15INK4b deletions in adult acute lymphoblastic
leukemia. Clin Cancer Res. 1999;5:1855-1861.

25. Faderl S, Estrov Z, Kantarjian HM, et al. The inci-
dence of chromosome 9p21 abnormalities and
deletions of tumor suppressor genes p15(INK4b)/
p16(INK4a)/p14(ARF) in patients with acute lym-
phoblastic leukemia. Cytokines Cell Mol Ther.
1999;5:159-163.

26. Fenaux P, Lai JL, Morel P, et al. Cytogenetics and
their prognostic value in childhood and adult
acute lymphoblastic leukemia (ALL) excluding L3.
Hematol Oncol. 1989;7:307-317.

27. Heerema NA, Sather HN, Sensel MG, et al. Asso-
ciation of chromosome arm 9p abnormalities with
adverse risk in childhood acute lymphoblastic leu-
kemia: a report from the Children’s Cancer
Group. Blood. 1999;94:1537-1544.

28. Diccianni MB, Batova A, Yu J, et al. Shortened
survival after relapse in T-cell acute lymphoblastic
leukemia patients with p16/p15 deletions. Leuk
Res. 1997;21:549-558.

29. Nakao M, Yokota S, Kaneko H, et al. Alterations
of CDKN2 gene structure in childhood acute lym-
phoblastic leukemia: mutations of CDKN2 are
observed preferentially in T lineage. Leukemia.
1996;10:249-254.

30. Ohnishi H, Kawamura M, Ida K, et al. Homozy-
gous deletions of p16/MTS1 gene are frequent
but mutations are infrequent in childhood T-cell
acute lymphoblastic leukemia. Blood. 1995;86:
1269-1275.

31. Maloney KW, McGavran L, Odom LF, Hunger SP.
Acquisition of p16(INK4A) and p15(INK4B) gene
abnormalities between initial diagnosis and re-
lapse in children with acute lymphoblastic leuke-
mia. Blood. 1999;93:2380-2385.

32. Carter TL, Watt PM, Kumar R, et al. Hemizygous
p16(INK4A) deletion in pediatric acute lympho-
blastic leukemia predicts independent risk of re-
lapse. Blood. 200;97:572-574.

33. Fizzotti M, Cimino G, Pisegna S, et al. Detection
of homozygous deletions of the cyclin-dependent
kinase 4 inhibitor (p16) gene in acute lymphoblas-
tic leukemia and association with adverse prog-
nostic features. Blood. 1995;85:2685-2690.

34. Larson RA, Dodge RK, Burns CP, et al. A five-
drug remission induction regimen with intensive
consolidation for adults with acute lymphoblastic
leukemia: cancer and leukemia group B study
8811. Blood. 1995;85:2025-2037.

35. Boucheix C, David B, Sebban C, et al. Immuno-
phenotype of adult acute lymphoblastic leukemia,
clinical parameters, and outcome: an analysis of
a prospective trial including 562 tested patients
(LALA87): French Group on Therapy for Adult
Acute Lymphoblastic Leukemia. Blood. 1994;84:
1603-1612.

36. Gabert J, Vey N, Bilhou-Nabera C, et al. Im-
proved outcome of adult patients with E2A PBX1/
t(1;19) positive ALL after intensive therapy: results
of the LALA-94 multicenter protocol [abstract]. Blood.
2001;98:3493a.
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