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a b s t r a c t

The response to treatment and overall survival of patients with AML is heterogeneous.

Prognostic factors are urgently needed in order to be able to better predict treatment

outcomes. The aim of the present work was to study telomere length and human telo-

merase reverse transcriptase (hTERT) level in acute myeloid leukemia and to detect if

these parameters might be useful in providing insight into the clinical outcome of AML

patients. ELISA technique was used to measure hTERT level quantitative PCR for measu-

ring telomere length. The study included 70 individuals, 50 patients with acute myeloid

leukemia and twenty healthy individuals with comparable age and sex. There was statis-

tically significant higher level of hTERT and lower RTL in patients than controls. The

patients were treated according to the standard chemotherapy protocol for induction

and they were followed up by bone marrow examination. Mean hTERT level in patients

who did not achieve complete hematological remission was statistically significant hig-

her than that in patients who achieved complete hematological remission (48.87 and

34.32 respectively) (z = �1.98, p = 0.048). Mean RTL in patients who achieved remission

was higher than that in patients who did not achieve remission (0.56 and 0.37 respecti-

vely). However, it did not reach statistical significance. Median survival time in patients

who achieved remission was statistically significant longer than that in those who did

not achieve remission (26 ms and 4 ms respectively).

It was found that both relative telomere length and hTERT could be used for assessing

clinical behavior and predicting treatment outcome in AML patients.

© 2015 Polskie Towarzystwo Hematologów i Transfuzjologów, Instytut Hematologii i

Transfuzjologii. Published by Elsevier Sp. z o.o. All rights reserved.

* Corresponding author at: Alferdous Street, Smouha, Alexandria, Egypt. Tel.: +20 01225870627.
E-mail address: amel_elnaggar@hotmail.com (A.A. El Naggar).

Contents lists available at ScienceDirect

Acta Haematologica Polonica

journal homepage: www.elsevier.com/locate/achaem
http://dx.doi.org/10.1016/j.achaem.2015.07.003
0001-5814/© 2015 Polskie Towarzystwo Hematologów i Transfuzjologów, Instytut Hematologii i Transfuzjologii. Published by Elsevier Sp.
z o.o. All rights reserved.

http://crossmark.crossref.org/dialog/?doi=10.1016/j.achaem.2015.07.003&domain=pdf
http://crossmark.crossref.org/dialog/?doi=10.1016/j.achaem.2015.07.003&domain=pdf
http://dx.doi.org/10.1016/j.achaem.2015.07.003
mailto:amel_elnaggar@hotmail.com
http://www.sciencedirect.com/science/journal/00015814
www.elsevier.com/locate/achaem
http://dx.doi.org/10.1016/j.achaem.2015.07.003


a c t a h a e m a t o l o g i c a p o l o n i c a 4 6 ( 2 0 1 5 ) 3 0 4 – 3 1 1 305
Introduction

Acute myelogenous leukemia (AML) is a malignant disease
of the bone marrow in which hematopoietic precursors are
arrested in an early stage of development. Despite enor-
mous insights into the molecular mechanisms of acute
myeloid leukemia (AML) pathophysiology, this disease is
still fatal in the majority of patients, highlighting the urgent
need for novel biomarkers useful in AML prognosis and
therapy [1, 2].

Telomeres are specialized nucleoprotein structures at the
ends of chromosomes; their function is to protect chromo-
somes from DNA breakage and to prevent chromosome
fusion. Without new synthesis, telomeres undergo progres-
sive shortening with each cell division, leading to replicative
senescence of cells. Shortening of telomeres can result in
telomere end fusions and increase chromosomal instability
which is a key initiating event in numerous cancers [3].

Telomerase is an enzyme that extends telomeric repeats
on the ends of chromosomes. Activation of telomerase
enzyme is therefore required for cells to overcome replica-
tive senescence and to be able to divide indefinitely.
Telomerase activity is expressed in germ cells and is present
at low level in stem cells, but is usually absent in most
somatic cells. Conversely, in immortal cancer cells, telomer-
ase is reactivated, and telomeres are not shortened, suggest-
ing that telomere elongation might be an essential step in
tumor formation [4, 5].

Recently genes encoding three major components of
human telomerase (TA) have been cloned: human telomer-
ase RNA component (hTR), human telomerase reverse
transcriptase (hTERT), and telomerase-associated protein
1 (TAP1). TERT is a telomerase catalytic subunit that is
considered as the key component for the control of telomer-
ase activity [6, 7].

Telomere length (TL) is a key determinant of telomere
function. Accurate techniques to measure TL in human
tissues have provided a greater understanding of the role of
telomeres in the progression to malignancy [8].

Targeting the hTERT catalytic subunit as anticancer
therapy is theoretically tumor-specific and might be less
toxic due to its specific expression in tumor and highly
proliferating cells compared to other normal cells. Various
newly discovered agents represent interesting anti-hTERT
candidates for clinical drug development [9].

The aim of the present study was to study baseline
telomere length and human telomerase reverse transcrip-
tase (hTERT) level in acute myeloid leukemia and to detect
if these parameters might be useful in predicting response
to therapy in acute myeloid leukemia patients.

Subjects

The study included seventy individuals. Fifty newly diag-
nosed patients with AML and twenty age and sex matched
normal healthy individuals as a control group. They were
enrolled in the study after the consent of the Ethical
Committee of the Medical Research Institute.
The age of AML patients ranged from twenty three to
seventy one years with a mean age of 50.8 � 12.97 years.
Twenty-four (48%) patients were males and 26 (52%) were
females, with male to female ratio of 0.9.

Patients were treated according to the standard conven-
tional chemotherapy protocol of AML. The treatment proto-
col entailed the following drugs: Daunorubicin (60 mg/m2/
day for 3 days), and continuous infusion of Cytosine-
Arabinoside (100 mg/m2/day for 7 days) [2]. Patients unfit for
receiving the induction cycle were excluded from the study.

Patients were assessed for response to induction therapy
at the time of blood count recovery by bone marrow
examination. They were divided into two groups: responders
who achieved complete hematological remission after
induction chemotherapy and non-responders who did not
achieve complete hematological remission after induction
chemotherapy. The term complete remission generally
refers to morphologic complete remission, defined by red
blood cell transfusion independence, an absolute neutrophil
count of more than 1000/ml and a platelet count of 100 000/
ml or greater and the presence of less than 5% blasts in
a bone marrow aspirate sample with marrow spicules and
with a count of at least 200 nucleated cells, absence of
blasts with Auer rods, and absence of extramedullary
leukemia [2].

Methods

All subjects participating in this study were subjected to the
following:
� Thorough history taking, thorough clinical examination,
routine work up including liver and kidney function tests
[10], radiological work up (chest X-ray, U/S abdomen
&pelvis and ECHO)

� Diagnostic laboratory investigations including, complete
blood picture (CBP) [11], bone marrow examination [12],
and immunophenotyping [13]

� Quantitative assessment of hTERT by ELISA [14].

Kit was purchased from GenWay

� quantitative PCR for measuring telomere length [15].
� Genomic DNA from patients was extracted using
QIAamp DNA Blood Mini Kit (50) from Qiagen.

� Relative telomere length (RTL) were determined using
real-time PCR.

Results

The present study included fifty patients with acute myeloid
leukemia, and twenty healthy individuals with comparable
age and sex (control group).

The age of AML patients ranged from twenty three to
seventy one years with a mean age of 50.8 � 12.97 years.
Twenty-four patients were males (48%) and 26 were females
(52%), with male to female ratio of 0.9. AML patients
included 36 patients aged <60 years (72%), and 14 patients
aged �60 years (28%).



Fig. 1 – Correlation between hTERT and RTL in AML patients
(r = 0.36, p = 0.011). Interpretation of rs: Weak (0.1–0.24);
Intermediate (0.25–0.74); Strong (0.75–0.99)

Table I – Comparison of hTERT level and RTL in AML
patients according to remission state

Items Responders Non-responders z p

hTERT (ng/ml)
� Mean 34.32 48.87 �1.98 0.048
� SD 23.6 25.16

Relative telomere length
� Mean 0.56 0.37 �1.59 0.110
� SD 0.36 0.30

Z: Mann–Whitney test.
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According to the French-American-British (FAB) classifi-
cation system using morphologic and cytochemical criteria.
Thirty-one patients were M2 (62%), 9 patients were M1
(18%), 6 patients were M4 (12%). Other types (M3, M5, M6,
and M7) were represented by only one case for each.

Laboratory findings

In AML patients, hemoglobin concentration (Hb) ranged
from 4 g/dl to 11.5 g/dl, with mean value of 7.5 � 2 g/dl. Red
blood cell count (RBC) ranged from 1.7 to 4 (�1012/L), mean
value of 2.5 � 0.6 (�1012/L). Platelet count (Plt) ranged from
5 to 186 (�109/L), with mean value of 34.1 � 33.4 (�109/L).
Total leucocytic count (TLC) ranged from 0.3 to 340 (�109/L),
with mean value of 24.1 � 50.9 (�109/L). Blast % ranged from
0% to 95%, with mean value of 50.5 � 24%.

Conventional cytogenetic analysis was done for 18 patients
only in the present study. Thirteen patients showed normal
karyotype. Meanwhile, monosomy 7 was detected in 3 patients,
trisomy 21 in one patient, and t(15,17) in one patient.

After induction chemotherapy, patients were followed up
by bone marrow examination to determine patient's
response to therapy. Complete remission was achieved in
nineteen patients (38%), and partial remission in seven
patients (14%). Meanwhile, nine patients were resistant to
therapy, and fifteen patients died during the first 28 days.

During follow up, nine out of the nineteen patients who
achieved CR relapsed.

The mean age of patients who achieved CR after induc-
tion chemotherapy (responders) was 45 years. It was statis-
tically significant lower than the mean age of patients who
did not achieve CR (nonresponders) which was 54 years
(t = �2.592, p = 0.013).

Serum level of hTERT in AML patients and control subjects

Serum hTERT level in the control group ranged from 2.04 to
11.11 ng/ml, with a mean level of 5.06 � 2.32 ng/ml.
Whereas, serum level in AML patients ranged from 4.9 to
98 ng/ml, with a mean level of 43.3 � 25.4 ng/ml. There was
a statistically significant higher level of hTERT in patients
than controls (z = �6.107, p = 0.000).

The mean serum hTERT level was higher in patients
aged �60 years than in patients aged <60 years (44 and
43.1 ng/ml respectively), and in females compared to males
(43.6 and 42.9 ng/ml respectively). However, this difference
did not reach statistical significance.

Relative telomere length by real-time PCR in AML patients and
control

Relative telomere length (RTL) in AML patients ranged from
0.01 to 1.1. Mean level was 0.4 � 0.3. While, in control group,
it ranged from 0.85 to 6.77 with mean telomere length of
3.75. RTL was statistically significant lower in patients than
control (z = �6.384, p = 0.000).

The mean RTL was lower in patients aged �60 years than
in patients aged <60 years (0.4 and 0.5 respectively), and in
females compared to males (0.4 and 0.5 respectively). How-
ever, this difference did not reach statistical significance.
Correlation between hTERT and RTL

There was a negative correlation between serum level of
hTERT and the relative telomere length (p = 0.011). Level of
correlation was intermediate as rs level was 0.36, as illu-
strated in Fig. 1.

No statistically significant relation was detected between
different FAB subtypes and serum HTERT level or RTL
(p = 0.628, p = 0.475 respectively). However, when FAB sub-
types M4 and M5 were grouped together as one group, AML
patients with more differentiated subtypes (M4 and M5) had
statistically significant shorter telomere length than AML
patients with less differentiated subtypes (M1, M2, and M3).
Relative telomere length was (0.149 and 0.49 respectively)
(p = 0.011). But no statistical significant difference between
both groups as regard hTERT level.

Serum hTERT level and relative telomere length in relation to
response to induction chemotherapy

As demonstrated in Table I, the mean serum hTERT level at
diagnosis in patients who did not achieve complete remis-
sion (non-responders) was statistically significant higher
than that in patients who achieved complete remission



Fig. 3 – ROC curve showing cut off value of 0.5 for RTL as a
predictive value for AML outcomeFig. 2 – ROC curve showing cut off value of 57.57 ng/ml for

hTERT as a predictive value for AML outcome

Fig. 4 – Comparison between responders and non-
responders regarding survival (p = 0.001). Case Processing
Summary: AML patients in remission: events number = 6,
censored number = 13; AML patients not in remission:
events number = 30, censored number = 1
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(responders) (48.87 and 34.32 respectively) (z = �1.98,
p = 0.048).

Mean RTL in patients who achieved complete remission
(responders) was higher than that in patients who did not
achieve complete remission (non-responders) (0.56 and 0.37
respectively). There was no statistical significant difference
between both groups (z = �1.59, p = 0.110).

Using ROC curve, a cut off value of 57.57 ng/ml for
baseline serum level of hTERT at diagnosis was calculated
which divided the patients into responders and non-respon-
ders after receiving the induction chemotherapy. Area under
the curve (AUC) = 0.603 (overall accuracy = 60.3%). This
means that, in AML patients with value less or equal to
57.57 ng/ml, 60.3% of patients will achieve complete remis-
sion (sensitivity was 69.2%, and specificity was 56%).

Similarly, a cut off value of 0.5 was calculated for
baseline RTL. AUC = 0.556 (overall accuracy = 55.6%) with
sensitivity 50% and specificity 56%. This means that, in AML
patients with value equal or more than 0.5, 55.6% of patients
will achieve complete remission. As demonstrated in
Figs. 2 and 3.

Survival analysis

During duration of our study (30 months), number of events
(death) was 36 and censored cases were 14 (total number of
our cases = 50).

Using Kaplan–Meier estimate, the median survival time
for all AML patients in the study was 10 months (range:
5.271–14.729 months) 95% Confidence Interval.

Median survival time in patients �60 years was shorter
than that in patients <60 years (8 ms and 10 ms respec-
tively), but there was no statistically significant difference as
regard mean survival time between both age groups (Log
Rank (Mantel–Cox) test: Chi-Square = 1.272, p = 0.259).

Median survival time was statistically significant higher
in patients who achieved complete remission (26 months)
compared to those who did not achieve complete remission
(4 months) (Log Rank (Mantel–Cox) test: Chi-Square = 38.952,
p = 0.001). This difference is illustrated in Fig. 4.

Median survival time in relapsed patients was shorter
than that in non relapsed patients (20 ms, 26 ms respec-
tively). There was a statistical significant difference in
median survival time in both groups (Log Rank (Mantel–Cox)
test: Chi-Square = 2.609, p = 0.050).

Median survival time in patients with hTERT level higher
than cut-off level was shorter than median survival time in



Fig. 6 – Survival comparison according to RTL (cut-off level)
in AML patients (p = 0.002). Case Processing Summary: AML
patients with higher RTL than cut-off: events number = 10,
censored number = 13; AML patients with lower RTL than
cut-off: events number = 26, censored number = 1

Fig. 5 – Survival comparison according to hTERT level (cut-
off level) in AML patients (p = 0.017). Case Processing
Summary: AML patients with higher level than cut-off:
events number = 19, censored number = 1; AML patients
with lower level than cut-off: events number = 17, censored
number = 13
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patients with lower value (5 ms, and 14 ms respectively).
There was a statistical significant difference in median
survival time in both groups (Log Rank (Mantel–Cox) test:
Chi-Square = 5.653, p = 0.017). Similarly, Median survival
time in patients with relative telomere length lower than
cut-off value was shorter than median survival time in
patients with higher value (6 ms, and 14 ms respectively).
There was a statistical significant difference in median
survival time in both groups. There was a statistical sig-
nificant difference in median survival time in both groups
(Log Rank (Mantel–Cox) test: Chi-Square = 9.305, p = 0.002).
This is shown in Figs. 5 and 6.
Discussion

The response to treatment and overall survival of patients
with AML is heterogeneous. A number of prognostic factors
have been described for AML, including age, performance
status, and karyotype. These prognostic factors are urgently
needed in order to be able to better predict treatment
outcomes in defined subgroups of patients [16].

Telomere shortening and telomerase activity has been
suggested to be of prognostic value in various human
hematopoietic malignancies [17–19].

In the present study, telomere length and human telo-
merase reverse transcriptase (hTERT) level were measured
in acute myeloid leukemia patients to detect if these
parameters might be useful in predicting response to
therapy in AML patients.

Conventional cytogenetic analysis was done for 18
patients only. Chromosomal abnormalities were detected in
40% of patients (three patients had monosomy 7, one
patient had trisomy 21, and one patient had t(15,17)) and
59% of AML patients (thirteen patients) had normal karyo-
type pattern. This finding is in line with the findings of
Meng et al. 2013 [20].

The patients were treated according to the standard
chemotherapy protocol for induction in AML. They were
then assessed for response to induction therapy by bone
marrow examination at the time of blood count recovery
after chemotherapy. They were divided into two groups:
responders, who achieved hematological CR and non-
responders who did not achieve hematological CR.

All patients were followed for 30 months (the duration of
the study).

Although, several studies have reported telomerase
expression in acute and chronic leukemia [17–19]. However,
up to our knowledge no large studies have assayed telomer-
ase in quantitative manner.

The present study looked comprehensively into measure-
ment of level of serum hTERT in AML patients and correlated
it with treatment outcome. So that, we could understand the
prognostic role of telomerase and to predict the efficacy of
antitelomerase drugs currently in development.

In the current study, serum hTERT level was significantly
higher in AML patients compared to control group. This is
consistent with previous studies that reported increased
serum hTERT level in several solid tumors as in lung cancer
[21, 22], colorectal cancer [23], breast carcinoma [24], laryn-
geal squamous cell carcinoma [25], in gynecological malig-
nancies [26], in hepatocellular carcinoma [27], and in
hematologic neoplasia [28–30]. As most malignant tumors
showed increased hTERT activity, it may contribute as part
of a multistep process, to human carcinogenesis, as it
results in increased telomerase activity. The results of this
study is highly supported by the work of Engelhardt et al.
[19] who revealed significantly increased telomerase in
diagnostic specimens compared with specimens obtained
after treatment initiation, which correlated with the disap-
pearance of leukemic cells and with the attainment of
remission. In addition, Hartmann et al. in 2005 analyzed
hTERT different splicing patterns in AML samples, and
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telomerase expression was correlated very well with the
expression of the active hTERT splicing variant. Also, Porika
et al. 2011 [31] observed that serum hTERT could have
a potential application as a novel biomarker for breast
cancer diagnosis.

As opposed to the finding in the present work, Greiner
et al. [32] reported that, hTERT mRNA was expressed in only
21% of new diagnosed AML patients [32]. Also, Xu et al. [33]
showed that hTERT expression was only detectable in AML
samples with intermediate or high levels of telomerase
activity. This opposing finding could be attributed to differ-
ent methodologies used. Thus, a direct comparison of the
results of various studies is not possible.

In the present study, the mean telomere length in AML
patients was significantly shorter, than in healthy control
group. This finding is in accordance with previous reports
[28, 34, 35]. This is supported by the work of Boultwood
et al. [36] who reported that progressive telomere shortening
in patients with chronic myelogeneous leukemia in late
chronic phase could be linked to up-regulation of telomer-
ase activity and disease evolution in AML [36].

Regarding age, AML patients <60 years had longer
telomere length than patients �60 years but the difference
in telomere length was not statistically significant. This
finding is expected as telomeres within hematopoietic cells
and other somatic tissues progressively shorten with age [8].
However, Hartmann et al. 2005 [28] found significantly
shorter telomere length in the younger group of patients,
their finding could be attributed to a higher proportion of
karyotypic abnormalities in the younger patients than in the
older patients in their population.

A statistically significant negative correlation was found
between serum hTERT level and relative telomere length in
the present study. This result is in line with the study of
Tukun et al. 2006 [37]. This observation could be attributed
to the fact that telomerase reactivation is a requirement – if
not cause – for unlimited proliferation, which is an essential
characteristic of cancer cells. This unlimited dividing capa-
city provided by telomerase leads to progressive telomere
shortening [37].

Serum hTERT and RTL and response to therapy

In the present study, it was observed that serum hTERT
level at diagnosis was significantly lower in patients who
achieved complete hematological remission than patients
who did not achieve complete hematological remission
suggesting that hTERT level may act as a predictive marker
for the treatment outcome. This finding is supported by the
work of Porika et al. 2011 [31] who suggested that pretreat-
ment serum hTERT levels showed a significant correlation
with clinical stage in patients with cancer breast.

Relative telomere length at diagnosis was longer in
patients who achieved complete remission than in patients
who did not achieve complete remission. However, the
difference did not reach statistical significance. Further
studies with larger number of patients are needed to verify
its significance.

Engelhardt [19] observed that, longer telomeres were
found after induction chemotherapy in AML and MDS
patients, most likely due to the loss of the leukemic clone
(with shorter telomeres) and the emergence of normal
hematopoietic cells (with longer telomeres) [19].

Serum hTERT level and relative telomere length were
compared between patients who survived till the end of the
study (total duration of the study was 30 ms) and patients
who died during the study. A highly statistical significant
difference between both groups as regards mean hTERT
level and mean RTL (p = 0.001, p = 0.001) was found. These
observations also suggest that both high hTERT level and
short telomere could be considered as poor prognostic
factors.

Patients were followed for 30 months (the duration of the
study). No statistically significant difference was found
between young adult and elderly AML patients in mean
survival time using Kaplan–Meier estimate.

This result is not comparable to those obtained in other
studies [38, 39] who reported higher incidence of treatment-
related mortality in elderly group. However, patients who
achieved CR had a statistically significant younger age than
patients who did not achieve CR (t = �2.592, p = 0.013).

These results are in line with studies supporting old age
as cause of poor clinical outcome and poor prognostic factor
[38, 39].

On the other hand, a high statistically significant differ-
ence was detected in median survival time in patients who
achieved complete remission compared to those who did
not achieve complete remission (26 months and 4 months
respectively). The same was observed in relapsed and non
relapsed patients as there was a statistically significant
difference in median survival time (20 months and 26
months respectively).

Also, survival time was studied in relation to the cut-off
value of both hTERT and relative telomere length.
A statistically significant longer survival time was observed
in patients with hTERT level lower than or equal to the cut-
off point and RTL higher than or equal to the cut-off point.

Targeting the hTERT catalytic subunit as anticancer
therapy is theoretically tumor-specific and might be less
toxic due to its specific expression in tumor and highly
proliferating cells compared to other normal cells. Various
newly discovered agents represent interesting anti-hTERT
candidates for clinical drug development [40, 9].

The telomere and telomerase interactions appear to be
an essential determinant for proliferative capacities of
tumor cells. It has been known that telomerase activity
provides the ability of proliferation to the malignant cell;
thus, targeting of tumor cells by inhibiting telomerase may
be an effective therapy.
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