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Abstract

Background: Chronic lymphocytic leukemia (CLL) is one of the chronic lymphoproliferative
disorders. Many drugs were used for treatment of CLL, but efficacy of them is controversy.
In present study, we compare survival of patients with CLL in three treatment regimens of
fludarabine, chlorambucil and cyclophosphamide. Methods & Materials: In this historical
cohort study, 83 patients with CLL whom participated in imposed war, enrolled to study. Of
these, 39 patients received fludarabine (F), 23 patients received prednisone plus chlorambucil
(C), and 21 patients received CAP (cyclophosphamide, doxorubicin, and prednisone). Overal
survival (OS), Progression Free Survival (PFS), Complete Remission (CR), Partial Remission
(PR) and Overall Remission (OR) were evaluated. For comparison, data entered to SPSS-18
& has been analyzed. P-value<0.05 were significant. Result: With a median follow up of 51
months, 16 (19.3%) patients died. Of this, 6 received Fludarabine, 5 received Chlorambucil, and
5 received CVP (P=0.688). PR rates in F, C, and CVP were 53.8%, 30.4% and 42.9%, respectively
(p=0.039). CR rates in F, C and CVP group were 23.1, 21.7 and 23.8 percent, respectively
(p=0.986), and OR rates were 76.9, 52.2 and 66.7, respectively (p=0.132). Conclusion: According
to the results of this study, survival and CR were similar between the three arms of the study.
But PR was higher in patients received fludarabine. Comparing results of present study to

others, fludarabine has more efficacies on CLL and also suggested as first line treatment.
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Introduction

Chronic lymphocytic leukemia (CLL) is one of the chronic
lympho-proliferative diseases. CLL is the most common type
of leukemia in the world, which is known as a disease of the
elderly. However, it is not unusual to diagnose the disease in
younger individuals. ' The incidence of disease increases
rapidly after 55 years of age. Unlike other types of leukemia,
which are fatal if not treated, the CLL is slowly progressing.
But, in some cases, treatment appears to be necessary in these
patients. Appropriate treatment for patients with CLL has been
the focus of attention for researchers and physicians, and the
results presented are confirmed in some similar studies, and
questioned in other cases. ™ Treatment options include purine
analogues (e.g. Fludarabine and Pentostatin), alkylating agents
(e.g. Chlorambucil and Bendamudtin), monoclonal antibodies
(such as Rituximab and Alemtuzumab) or a combination of these
compounds. ¥! In prospective randomized controlled trials, most
of these regimens have been compared with chlorambucil as an
alkylating agent and a standard treatment in the decades before
the emergence of new drugs. ™’ Having similar overall survival
in different regimes, the complete remission rate, the duration of
progression and the associated toxicity were different. [ Despite
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many studies on comparison of these drugs, the results have been
different and somehow inconsistent. "' Accordingly, this study
was designed to compare the survival rate in three treatment
regimens of fludarabine, chlorambucil and cyclophosphamide
in patients with chronic lymphocytic leukemia.

Materials and Methods

In this historical cohort study, all patients with CLL, whose
CLL diagnosis was confirmed from 1999 to 2011, were included
in the study. All the patients had the history of admission in
Hematology and Oncology wards of Babol hospitals, northern
Iran. To determine the exact time of diagnosis, their records
were reviewed. All of these patients after discharge had referred
to private clinics for follow-up. In private clinics, a case file
was made for each of them, and on each visit occasion, new
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experiments, symptoms and complications from the last visit
to the current examination, and if necessary, the performed
treatments were recorded in the patients’ records. During a 12-
year period of studying, 116 patients with CLL were enrolled
in the study that based on inclusion and exclusion criteria,
83 patients whom treated with fludarabine, chlorambucil or
cyclophosphamide regimen, remained in the study. All the
patients had received no treatment before the mentioned
treatments. The patients that their treatment failure has led to
start a new therapy were excluded from the study.

The remaining 83 patients in the study were divided into three
groups. The first group (F) included 39 patients who had received
fludarabine. Fludarabine administration included 25 mg/m?
of fludarabine, which was administered intravenously for five
consecutive days and repeated every 28 days for 4-6 cycles.

The second group consisted of 23 patients who received
chlorambucil (C). The chlorambucil was prescribed as 10 mg/
m? orally every 28 days for seventh cycles associated with
prednisone as 45 mg per square meter for 5 periods.

The third group consisted of 21 patients who were treated
with Cyclophosphamide regimen, Vincristine (Oncovin) and
prednisone (CVP or COP). These patients received 650 mg/m?
of cyclophosphamide for one day, 1.5 mg/m? of Vincristine for
the next day, and 45 mg/m? of prednisone for 5 days, every 28
days for 8 cycles.

Response criteria for patients with CLL were determined
according to NCI/WG and IWCLL Guidelines.

For complete remission, all the following criteria need to be met
for at least 3 months after completion of therapy: [

» Lack of basic symptoms associated with CLL (such
as weight loss more than 10 percent during the past six
months, fatigue causing impairment in everyday life,
fevers over 38 °C for more than 2 weeks, night sweats for
more than a month)

» Absence of any lymph node with a diameter greater than
1.5 cm on physical examination

* Lack of hepatomegaly or splenomegaly in clinical
examination

* Neutrophil count greater than 1500 per mL
+ Platelet count greater than 100,000 per microliter
» Hemoglobin greater than 11 g per deciliter

* Lack of lymphocyte clones in peripheral blood by
immunophenotyping

Partial remission refers to conditions in which at least one of the
following criteria exits for at least two months after the end of
treatment: 8!

» At least 50% reduction in peripheral lymphocyte count
compared to the pre-treatment count

* At least 50% reduction in the number of nodes enlarged
previously; without any increase in their size (Increase
less than 25% in lymph nodes under 2 ¢cm is not considered
significant) and lack of any enlarged lymph nodes

 Ifliver and spleen had enlarged before the treatment, their
size should have decreased at least 50-percent in touching,
ultrasound or CT scan.

+ In addition to the above parameters, one of the following
hematological parameters should be present

* Neutrophil count greater than or equal to 1500 per ml or
more than 50 percent remission compared to the original
count without giving GCSF

+ Platelet count greater than or equal to 100,000 per
microliter or at least 50% improvement compared to the
original count

* Hemoglobin concentration greater than or equal to 11
grams per deciliter or 50% improvement over baseline
without blood transfusions or giving erythropoietin

Progressive disease refers to the presence of at least one of the
followings: ¥

» The appearance of the newly enlarged lymph node (more
than 1.5 cm), splenomegaly or hepatomegaly

* 50% or greater increase in the size of the affected area
(for example, lymph nodes, spleen or liver). The largest
axis of the lymph node, which was before the 1-1.5 cm,
should have increased as 50% or more to reach to more
than 1.5 cm. Also, the lymph node that its major axis was
previously 1.5 cm must be greater than 2 cm.

* Over 50% or greater increase in total circulating
lymphocytes with at least 5000 lymphocytes per microliter

* Richter Transformation Report (incidence of aggressive
large cell lymphoma) in the lymph node biopsy

 The incidence of neutropenia, anemia, and
thrombocytopenia associated with CLL. As administration
of cytotoxic agents can cause cytopenia, the cytopenia
cannot be used to assess the disease progression.
Cytopenia occurring at least three months after completion
of treatment also accompanied by clonal infiltration
of CLL cells in bone marrow biopsy can be considered
as the disease progression. Changes very important in
determining the disease progression include a decrease
more than 2 g per deciliter in hemoglobin levels or
reaching to less than 10 g per deciliter, or more than 50%
decrease in platelet count or reaching to less than 100,000
per microliter.
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The patients lacking criteria for complete remission, partial
remission or a progressive disease are classified in the constant
stage of the disease. Therapeutically, the stability of disease is
considered as non-responsiveness.

Disease relapse occurs in patients that have achieved complete
or partial remission previously based on the above criteria, but
after six months or more, the progressive disease will occur.

Information such as age at diagnosis, sex, platelet count,
lymphocyte count and hemoglobin concentration at the time of
diagnosis, prior to treatment, during treatment, one month after
treatment, two months after treatment, and three months after
treatment were extracted from the patients’ records. Also, the
overall survival and the disease progression-free survival were
calculated in the studied subjects.

Data were collected and coded. After recording in the
designated tables, they were entered into SPSS software, Ver.
18 and were then analyzed. Description of data obtained was
performed through the provision of Frequency Tables and the
corresponding graphs. Frequency and percentage were used
for describing the qualitative characteristics, while the mean
and standard deviation were used for quantitative ones. The
chi-square test was used to determine the relationship between
qualitative variables, while ANOVA and Post Hoc test were
applied to compare the means of the three groups; also, the
repeated measures test was used to determine the relationship
between continuous variables at different stages. Also, the
Kaplan-Meier test and log-rank test were used to determine
the survival rate and to compare the survival among groups,
respectively. The statistical significance level of all tests was
considered as 0.05 so that the P-value <0.05, which indicated
the statistical significant difference.

Results

Based on the inclusion and exclusion criteria, 83 patients were
studied, including 54 males (65.1%) and 29 females (34.9%).
At diagnosis, the mean age of patients was 59.53 = 10.74 years
(range 33 to 84 years old). The mean age of patients at diagnosis
time in groups F, C and CVP was 55.41 + 9.32 years, 63.57 +
10.68 years and 62.76 £ 10.94 years, respectively. The mean age
of the three groups showed significant differences (P=0.003).
Thus, the average age of the patients in group F was significantly
lower than in the two other groups (P=0.008 compared with
group C and P=0.024 compared with CVP group). However,
the mean age of patients between C and CVP groups showed no
significant difference (P=0.963).

With follow-up median of 51 months, 16 patients (19.3%) died.
Of these, six patients were in group F, five patients in group C
and five patients in the CVP group (P=0.688).

The complete remission rate was 22.9% (19 patients); the
partial remission rate was 44.6% (37 patients) and the overall

remission rate was as 67.5%. In Table 1, the rates of complete,
partial and overall remission of the three treatment groups were
compared. The partial remission in F group was significantly
higher than in the other groups.

Table 2 and Figure 1 show the overall survival rate and the
standard error of studied patients. The median of overall survival
of the studied patients was 51 months.

In Table 3, the overall survival rates and SE of the patients with
chronic lymphocytic leukemia in the three treatment groups
were compared and their Kaplan-Meier curves were specified in
Figure 2. The median of overall survival in groups F, C and CVP
were 54, 48 and 52 months, respectively. The overall survival
in the three treatment groups was not statistically different
(P=0.389).

The median of progression-free survival in all studied patients
was 22.5 months [Figure 3]. Also, the median of progression-
free survival in groups F, C and CVP were 24, 19 and 21
months, respectively [Figure 4]. The three groups in terms
of progression-free survival were not significantly different
(P=0.932).

Table 1: Comparison of the rates of complete, partial and
overall remission of the three treatment groups.

Variables CVP Cc F P-value
Complete remission 23.80% 21.70% 23.10% 0.986
Partial remission 42.90% 30.40% 53.80% 0.039
Overall remission 66.70% 52.20% 76.90% 0.132

Table 2: The overall survival rate and the standard error of
patients with chronic lymphocytic leukemia.

Months Kaplan-Meier Estimation Standard Error
12 0.95 0.02
24 0.90 0.03
36 0.82 0.04
48 0.69 0.05
60 0.39 0.06
72 0.19 0.05
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Figure 1: Kaplan-Meier overall survival curve for the patients with
chronic lymphocytic leukemia.
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Table 3: The overall survival rates and standard error of the patients
with chronic lymphocytic leukemia in the three treatment groups.

Months CVvP C F
12 0.95 (0.05) 0.87 (0.07) 0.97 (0.02)
24 0.90 (0.06) 0.83 (0.08) 0.92 (0.04)
36 0.85 (0.08) 0.69 (0.09) 0.87 (0.06)
48 0.75 (0.10) 0.54 (0.11) 0.74 (0.07)
60 0.41 (0.11) 0.27 (0.11) 0.42 (0.08)
72 0.12 (0.08) 0.13 (0.08) 0.14 (0.06)

Log Rank P-value=0.389
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Figure 2: Comparison Kaplan-Meier overall survival curve for the
patients with chronic lymphocytic leukemia in the three treatment
groups.
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Figure 3: Kaplan-Meier progression-free survival curve for the
patients with chronic lymphocytic leukemia.
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Figure 4: Comparison Kaplan-Meier progression-free survival

curve for the patients with chronic lymphocytic leukemia in the three
treatment groups. Log Rank p-value=0.932.

Discussion

In our study, the rates of complete remission, partial remission
and overall remission were as 22.9%, 44.6% and 67.5%,
respectively. In Asvadi kermani et al. study in Iran, the rates for
complete remission and partial remission in patients with CLL
reported respectively as 12.7% and 49.2%, while the overall
remission rate was 61.9%. (1

In our study on patients treated with fludarabine, the complete,
partial and overall remissions were seen in 23.1%, 58.8% and
76.9% of patients, respectively. In Asvadi kermani study, of
all the patients treated with fludarabine, 6% had a complete
remission and 50% were partial remission. ' In Eichhorst study,
the complete response rate of 7% and the overall response rate
of 83% were reported. ' The patients treated with fludarabine in
Flinn study had complete response of 5% and overall response
of 60%. [

In our study, the patients treated with chlorambucil showed
21.7% of complete recovery, 30.4% of partial remission
and 52.2% of overall remission. In Han study, the rates of
complete, partial and overall remission were as 20%, 67% and
87%, respectively. ¥ In Hillmen study, the patients received
chlorambucil had full recovery of 55% and complete remission
of 2%. "1 Hansen et al. reported the 29% of complete remission
and 50% of remission in patients treated with Chlorambucil. [']
In Sawitsky study, the overall response rate was equal to 38%.
[ In a study by Robak et al., a complete remission of 12% was
reported in patients treated with chlorambucil. ['7

In our study, the rates of complete remission, partial remission
and overall remission in the CVP group were as 23.8%, 42.9%
and 66.7%, respectively. In Oken study, the overall remission
in patients treated with CVP was reported as 52%. ['8] Keating
reported 25% of complete remission, 40% of partial remission
and 65% of overall remission for patients treated with CVP. ']

In our study, the median overall survival in groups F, C and
CVP were respectively as 54 months, 48 months and 52
months. The overall survival in the three treatment groups was
not statistically different. Also, the median progression-free
survival in groups F, C and CVP were 24 months, 19 months
and 21 months. The three groups were not significantly different
in terms of progression-free survival. Asvadi kermani in their
study calculated the mean survival rate (rather than the median)
and reported the mean overall survival of patients under
treatment with CVP regimen, chlorambucil and fludarabine
as 3.50 months 45 months and 43 months, respectively. ' In
the study by Han, the progression-free survival rate in patients
treated with chlorambucil was 12 months. !* In Keating study,
the median survival rate of patients treated with CVP was 5
years. ' In the French Study Group, the chlorambucil and COP
groups had no significant differences in survival rate or disease
progression. 2% In a meta-analysis by Landyzynski et al. median
overall survival of fludarabine and chlorambucil were 44 and 59
month, respectively. ! In Eichhorst!""! and Flinn ' studies, the
median progression-free survival rates in patients treated with
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fludarabine were as 20 months and 19 months, respectively.
In a trial study in several countries, fludarabine was compared
with CAP regimen. The response rates to fludarabine and
CAP in patients not previously treated were as 71% and 60%,
respectively. The median duration of remission in patients treated
was significantly longer in the fludarabine group. ?!! In phase 11
of the National Cancer Institute study, the effects of fludarabine
and chlorambucil were compared in symptomatic patients with
CLL. In the fludarabine group, the rates of complete remission,
overall remission, progression-free survival and the median of
overall survival were respectively as 20%, 63%, 20 months and
66 months, while in the chlorambucil group, the values were
as 4%, 37%, 14 months and 56 months. ??! In the phase III of a
trial, the effects of fludarabine and chlorambucil were compared
in patients with CLL. The complete remission rates in the
fludarabine and chlorambucil groups were respectively as 15%
and 7%, while the overall remission rate in these two groups
was 80% and 72%, respectively. No significant differences were
seen between the three groups in rate of overall survival.

Conclusion

Comparing the results of this study with other similar studies,
one can conclude that like most of the studies, fludarabine had
similar progression-free survival and overall survival rates to
chlorambucil and CVP regimens regimen. Also, despite the
greater overall remission in patients treated with fludarabine, the
difference was not significant. According to the same survival
rate and higher rate partial remission in the fludarabine group,
it seems that despite some side effects, fludarabine is a better
treatment for patients with chronic lymphocytic leukemia than
the other two treatment regimens.
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