Cancer Immunol Immunother (1997) 45: 109-114

© Springer-Verlag 1997

ORIGINAL ARTICLE

Hele Everaus - Ene Luik - Jane Lehtmaa

Active and indolent chronic lymphocytic leukaemia -

immune and hormonal peculiarities

Received: 19 June 1997 / Accepted: 14 August 1997

Abstract A group of 138 B cell chronic lymphocytic
leukaemia (B-CLL) patients, 83 with active disease and
53 having the indolent form of the disease, were evaluated.
The aim of the study was to clarify whether indolent and
active B-CLL differ in their immune and hormonal char-
acteristics. Peripheral blood lymphocyte proliferation
in response to phytohaemagglutinin, concanavalin A, re-
combinant interleukin-2, dextran sulphate, Pisum sativatum
agglutinin and wheat germ agglutinin was investigated.
Serum immunoglobulin and B2 microglobulin levels were
determined. Adrenocorticotropic hormone (ACTH), corti-
sol, follicle-stimulating hormone luteinizing hormone, 173-
oestradiol, testosterone, triiodothyronine, thyroxine, thyro-
globulin and thyrotropic hormone levels were determined
by radioimmunoassay. Active and indolent CLL presented
differences in immunological characteristics, as demon-
strated by the more severe suppression of T lymphocyte
function, reduced IgA level and considerably higher serum
B2-microglobulin values in active disease. Immune distur-
bances were accompanied by hormonal imbalance, depend-
ing on disease status: lower ACTH, cortisol and triiodothy-
ronine levels were established to occur in active CLL
compared to indolent disease. Male patients demonstrated
striking changes in sex hormones, which were more evident
in active disease. The findings point to the complexity of
immuno-hormonal disturbances in CLL with differences in
the active and indolent state of the disease.
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Indroduction

B cell chronic lymphocytic leukaemia (B-CLL) is a haem-
atological malignancy characterized by proliferation and
accumulation of clonal B lymphocytes [20]. Although
generally indolent, the clinical course may be fairly ag-
gressive in a subset of patients.

Beside the well-known clinical staging by the Rai [38]
and Binet [6] systems, CLL patients are subdivided into
those with the indolent and those with the active form of the
disease according to the criteria of the Chronic Leukaemia-
Myeloma Task Force [9, 10]. B-CLL is characterized by
impaired humoral and cellular immune response, which
involves defects in the function of T cells or an imbalance
of T cell subpopulations, resulting in severe morbidity and
even mortality caused by infectious complications [19, 20].

However, it is not clear to what extent immune dysre-
gulation can be connected with the active or indolent status
of the disease or vice versa. It has been suggested by
Decker et al. [13] that the biological functions of cells are
highly dependent on the composition of the surrounding
cells. However, in addition to the cells and mediators
belonging to the immune system, endocrine hormones
have a complex influence on lymphocyte function [5, 25].
It has been proposed that the immune and endocrine
systems represent a totally integrated circuit [7].

This study was undertaken with the aim of clarifying
whether the indolent and active forms of CLL differ in their
immunological and hormonal characteristics.

Materials and methods

Patients

CLL patients were diagnosed after undergoing a complete physical
examination, a peripheral blood count, a bone marrow aspiration and
biopsy and an immunophenotyping of the peripheral blood or bone
marrow lymphocytes. Criteria for diagnosis of CLL were chosen
according to the International Workshop on CLL (IWCLL) [28] and
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Table 1 Serum immunoglobulin (/g) concentration and [2-microglo-
bulin (82M) levels in chronic lymphocytic leukaemia (CLL) patients
and controls

Constituent Mean serum concentration = SD P
CLL Control
n =138 n =738
1gG (g/1) 12.7+5.3 17.7+1.1 0.000
IgA (g/1) 1.3£0.8 2.0+0.3 0.000
IgM (g/l) 1.3£0.5 1.2£0.2 0.483
B2-M (mg/l) 8.0£5.6 1.5+0.7 0.000

(B2M)

Table 2 Serum immunoglobulin (Ig) and PB2-microglobulin
values in active and indolent CLL

Constituent Mean serum concentration = SD P
Active Indolent
n= 3 n= 55
IgG (g/1) 12.3+£5.5 13.7+0.9 0.220
IgA (g/1) 1.2+0.7 1.7£0.9 0.001
IgM (g/) 1.3£0.5 1.41£0.5 0.494
B2-M (g/l) 94142 56%33 0.000

the National-Cancer-Institute — sponsored Working Group Guidelines
[8].

Patients were categorized as having active or indolent disease
according to the guidelines of the Chronic Leukaemia Working
Group [7]. A total of 83 patients appeared to belong to the group
with active disease and 55 had the indolent form of CLL. The ratio of
men to women was 53/30 for active disease and 35/20 for the indolent
form. The mean age of the patients was 62.9+ 8.7 years; 38 age- and
sex-matched healthy subjects, taking no medicaments, served as
controls. Patients and control persons gave their informed consent
before the investigations. The study was approved by the Ethics
Committee of Tartu University.

Serum immunoglobulin concentrations were measured by radial
immunodiffusion [33].

Serum PB2-microglobulin levels were assessed by radioimmunoas-
say [3, 32].

Lymphocyte proliferation

Lymphocyte transformation and proliferation induced by mitogens are
standard tools to assay immunocompetence. Mitogen stimulation of
peripheral blood lymphocytes was induced by phytohaemagglutinin
(PHA; Difco laboratories, Detroit) and concanavalin A (ConA; Sigma,
St. Louis) as T-lymphocyte mitogens, and dextran sulphate (DxS;
Pharmacia, Fine Chemicals, Uppsala) was used for the stimulation of
malignant B lymphocytes [27]. Recombinant interleukin-2 (IL-2;
Immunotech, France), wheat germ agglutinin (WGA; E-Y Lab. Inc.
San Mateo, Calif. USA), Pisum sativatum agglutinin (PSA; St. Louis)
were used to stimulate the lymphocytes.

A 20-ml sample of peripheral blood was obtained and anticoagu-
lated in preservative-free heparin at 9.00 a.m. To obtain a closer
approximation to the natural biological milieu, we used an optimized
whole-blood method to investigate the mitogenic lymphocyte prolif-
eration [14]. Cells were suspended at concentration of 1.0x106 cells/
ml in RPMI-1640 medium and supplemented with 2 mM glutamine,
50 pg/ml gentamicin and 10 % fetal calf serum. Cells were cultured in
the presence of medium alone (control) or mitogens (separately with
PHA, ConA, IL-2 and DxS). All assays were performed in triplicate.
Cell cultures were incubated at 37 °C in a humidified 5% CO2
atmosphere for 84 h and pulsed with 1 Ci [3H] thymidine. Proliferation
was measured by [3H]thymidine uptake during the last 16 h of culture.
Autoradiographic and morphological assessments of proliferating cells

Table 3 Mitogen-stimulated proliferative response of peripheral blood
lymphocytes in CLL and control group. PHA phytohemagglutinin, PSA
Pisum sativatum agglutinin, ConA concanavalin A, WGA wheat germ
agglutinin, DxS dextran sulphate, /L-2 interleukin-2

Mitogen Mean stimulation index * SD P
CLL Control
n =138 n =38
PHA 3213.0 8.6+2.9 0.000
ConA 3.75%5.6 75139 0.009
DxS 52%57 1.7t1.4 0.002
IL-2 51+1.7 37132 0.000
PSA 53149 1.9+0.9 0.003
WGA 47139 1.5+0.7 0.001

were used. Results were expressed as a stimulation index: SI=[mean
percentage of proliferating cells with stimulant] / [mean percentage of
proliferating cells without stimulant (control)].

First, dose-titration experiments were carried out in selected cases
to determine the optimal concentrations of PHA, ConA, IL-2, DxS,
PSA, WGA for the stimulation of lymphocytes. PHA was used in
concentrations of 5, 10 and 20 ug/ml. Since 10 pg/ml and 20 pg/ml
gave similar results, further experiments were performed with a
concentration of 10 pg/ml. ConA was used in doses of 1, 2, 5 and
10 pg/ml; the optimal concentration appeared to be 5 ug/ml. Recom-
binant IL-2 doses tested were 10, 20, 50, 100 and 1000 U/ml and
optimal proliferation of lymphocytes was obtained with 100 U/ml IL-2.
The optimal dose of 5 pg/ml was established for DxS from dose
titrations of 2, 5, 10 and 100 pug/ml. WGA and PSA were used at an
optimal dose of 5 pg/ml for stimulation of peripheral blood lympho-
cytes.

Cell viability, determined by trypan blue exclusion, was more than
96%.

Hormones

Serum for the detection of hormone concentrations was obtained at the
same time as the plasma for immunological investigation.

Serum adrenocorticotropic hormone, cortisol, follicle-stimulating
hormone (FSH), luteinizing hormone (LH), testosterone, 17B-oestra-
diol, triiodothyronine, thyroxine, thyroglobulin and thyrotropic hor-
mone levels were determined by radioimmunoassay [3]. All experi-
ments were performed in triplicate.

Statistical methods
The data reported in the tables were analysed by paired #-test.

Significance was considered to be at P<0.05, but in many situations
lower P values were obtained, as noted.

Results
Immunological data

Table 1 reflects the significant decrease of IgG and IgA
serum concentrations in CLL patients compared to the
control group. However, a strikingly higher B2 microglob-
ulin level was identified in the CLL group.

When CLL active and indolent groups were compared, a
higher IgA level was observed in the indolent disease
group, also the P2-microglobulin concentration was differ-
ent, being lower in patients with indolent CLL (Table 2).



Table 4 Lymphocyte proliferation in response to stimulation with
mitogens. PHA phytohemagglutinin, PSA P. sativatum agglutinin,
ConA concanavalin A, WGA wheat germ agglutinin, DxS dextran
sulphate, /L-2 interleukin-2

Mitogen Mean stimulation index * SD P
Active CLL Indolent CLL
n=283 n=>55
PHA 22120 4.0%£3.5 0.036
ConA 33+3.1 45+32 0.261
DxS 5.6%+29 50x24 0.620
IL-2 49129 55+2.1 0.569
PSA 54+2.6 5.1%27 0.743
WGA 49127 46125 0.744

Table 5 The values of serum hormones in the of patients with CLL
and control group. ACTH adrenocorticotropic hormone

Hormone Mean serum concentration = SD P
CLL Control
n=138 n =38
ACTH (ng/ml) 3251239 38.1£35.8 0.371
Cortisol (nmol/l) 780.7£472.2 425.61+179.1 0.000
Triiodothyronine (nmol/l) 2.0%+0.5 1.7+0.4 0.858
Thyroxine (nmol/l) 127.2£37.1 103.5+27.7 0.001
Thyroglobulin (nmol/l) 35.61+29.7 48.81£39.9 0.315

Table 6 The values of serum hormones (ACTH, cortisol, triiodothyro-
nine, thyroxine and thyroglobulin) in active and indolent CLL

Hormone Mean serum concentration = SD P
Active Indolent
n=2_83 n=>55
ACTH (ng/ml) 29.4%17.0 38.5+16.2 0.034
Cortisol (nmol/1) 604.6 £410.7 977.5+470.0 0.004
Triiodothyronine (nmol/l)  1.3+0.5 45%1.6 0.001
Thyroxine (nmol/l) 131.0£40.9 120.2+28.9 0.109
Thyroglobulin (nmol/l) 32.0+20.6 42.7+£27.9 0.391

In Tables 3 and 4, the peripheral blood lymphocyte
proliferative response to different mitogens and stimulants
is presented. A considerably decreased stimulation index
was found for the two T lymphocyte mitogens (PHA and
ConA) in the CLL group, compared to healthy persons.
However, when active and indolent groups were compared
(Table 4), patients with indolent disease demonstrated a
higher lymphocyte proliferative response to PHA than did
those with active disease. No differences were seen in the
stimulation with the second T lymphocyte mitogen (ConA)
between the groups of active and indolent CLL. Dextran
sulphate stimulated more lymphocytes in the CLL group
compared to the controls (Table 3). A similar lymphocyte
stimulation index was identified in active and indolent CLL
(Table 4).

11-2, PSA and WGA produced a striking stimulation of
peripheral blood lymphocytes in CLL compared to the
control group (Table 3). All these three agents induced
comparable lymphocyte stimulation in active and indolent
CLL patients (Table 4).
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Table 7 Concentrations of sex hormones in the serum of patients with
CLL and control group (M males, F females). FSH follicle-stimulating
hormone, LH luteinizing hormone, T testosterone, E 17f3-oestradiol

Hormone Mean serum concentration = SD P
CLL Control
FSH (1 p/1)
M 22.4+13.2 24%1.1 0.000
F 44.1£26.8 358+t 14.4 0.273
LH (1 w1
M 17.5£9.9 32+1.2 0.00
F 32.1+22.1 35.6+14.5 0.596
T  (n mol/l)
M 149+12.6 19.2£9.1 0.216
F 2.5+22 1.9+0.7 0.618
E  (n mol/l)
M 185.9+124.0 108.45+39.2 0.020
F 199.01+188.9 227.2£107.1 0.601
E/T
M 17.61+9.14 8.916.8 0.003
F 115.0+121.1 131.3£81.0 0.650

Table 8 Concentration of sex hormones in the serum of male patients
with active and indolent CLL. FSH follicle-stimulating hormone, LH
luteinizing hormone, T testosterone, E 17-oestradiol

Hormone Mean serum concentration = SD P
Active Indolent
n=383 n=>55
FSH (1 u/1) 25.3%8.1 18.3+£17.8 0.035
LH (1 /1) 18.6 £6.3 159+7.3 0.004
T  (n mol/l) 1441132 15.6+7.8 0.689
E (n mol/l) 156.5+93.5 229.0+151.8 0.019
E/T 16.5£8.3 19.6£9.9 0.029

Table 9 Concentration of sex hormones in the serum of female
patients with active and indolent CLL. FSH follicle-stimulating hor-
mone, LH luteinizing hormone, T testosterone, E 173-oestradiol

Hormone Mean serum concentration = SD P
Active Indolent
n=283 n=>55
FSH (1 u/1) 43.61+29.8 454%189 0.831
LH (1 u/1) 3234258 319+13.4 0.957
T  (n mol/l) 2.6+4.9 2.1%+0.8 0.721
E  (n mol/l) 171.2%£167.5 269.6 £225.5 0.100
E/T 104.3+91.9 144.0+£120.7 0.305
Hormones

Table 5 presents the concentrations of hormones in CLL
compared to those in healthy persons. Cortisol and thyrox-
ine levels were significantly higher in CLL patients. Inter-
estingly, the ACTH serum concentration was higher in the
indolent group as was the cortisol level also (Table 6).
While thyroxine and thyroglobulin concentrations were the
same for active and indolent CLL, the triiodothyronine
concentration was found to be significantly higher in
indolent CLL patients (Table 6).
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Table 7 reflects the sex hormone concentrations in the
serum of CLL patients and healthy persons. Here we have
observed the differences in male and female patients. Male
patients demonstrated considerably higher FSH, LH and
17B-oestradiol levels and oestrogen-to-androgen ratios. No
differences were found in the sex hormonal balance in
women. When CLL patients with active disease were
compared to those with indolent disease (Table 8), male
patients with active disease showed higher FSH, LH and
lower 17B-oestradiol and oestrogen-to-androgen ratios. No
differences were seen in the group of female patients with
active and indolent disease (Table 9).

Discussion

B-CLL shows different clinical behaviour, ranging from a
controlled state to a progressively malignant condition. The
data concerning the validity of immunological parameters
for the prognosis of CLL are contradictory.

Comparing the active and indolent status of CLL we
have observed differences in immune characteristics. While
there was a low level of immunoglobulins, in indolent CLL
there was still a tendency for augmentation of IgA con-
centration compared to active disease. This agrees with the
results of Baldini et al. [1]. However, the meaning of this
difference is not known.

Demonstrating higher B2-microglobulin levels in CLL
patients and identifying considerably higher concentration
of B2-microglobulin in active CLL, we can agree with the
studies that have shown that B2-microglobulin, although a
non-specific molecule, could behave as a reliable “tumor
marker” of lymphoproliferative disorders [41]. We can now
add the finding that increase of PB2-microglobulin may
indicate the activation of CLL and therefore be of some
diagnostic importance in distinguishing active and indolent
states of CLL and perhaps indicating the necessity for a
change of treatment strategies.

Both PHA and ConA induce a low lymphocyte prolif-
erative response in CLL patients. However, T lymphocyte
proliferation in response to PHA was significantly lower in
active disease. We were not able to corroborate the data of
Fernandez et al. [18], who demonstrated that T lympho-
cytes from CLL patients with active disease have a signi-
ficant reaction against autologous B cells whereas, in the
indolent state, such a reaction was not shown. The response
of peripheral blood lymphocytes to the second T cell
mitogen, ConA, was significantly different when the groups
with active and indolent disease were compared. As PHA
and ConA predominantly stimulate different subpopula-
tions of T lymphocytes, our data show evidence for the
imbalance of T lymphocyte subpopulations and the func-
tional defects of the cells, as has also been suggested by
others [37]. The results described above suggest that the T-
helper cell function is more altered in the active form of
CLL. Whether this is the outcome of disease activation, or
conversely a disturbance that changes indolent to active
disease, is not clear. Interestingly, the DxS lymphocyte

stimulation index was significantly increased in CLL. It is
known that DxS preferentially stimulates undifferentiated
subpopulations of normal B lymphocytes [23, 31] and is
mitogenic for leukaemic B lymphocytes [17, 29]. Our
results possibly indicate that the DxS-induced lymphocyte
proliferation reflects the reaction of a malignant population
of B cells. We were expecting to find differences between
the active and indolent status in the lymphocyte response to
DxS, but were not able to confirm this. IL-2 is mitogenic to
a relatively small population of IL-2-receptor-positive
blood lymphocytes [42]. This is in accordance with our
results, when we compare the PHA- and IL-2-induced
mitogenesis of normal lymphocytes [PHA SI=8.6 (2.9);
IL-2SI=37@3.2) ]

Data from the present study demonstrate a considerably
augmented IL-2 lymphocyte stimulation index in CLL both
in the active and indolent state. For CLL it has been
demonstrated that leukaemic cells (B cells) have receptors
for IL-2 [30, 31] and they can proliferate in the presence of
exogenous IL-2 [31, 36]. As CLL cells spontaneously die
when cultured in vitro [12] it is likely that the in vitro
malignant lymphocyte accumulation is due to cytokines and
growth factors, recently renamed viability factors by Sachs
and Lotem [40]. These viability factors prevent CLL
neoplastic cells from being triggered for programmed cell
death [34]. Control of cell proliferation and death in CLL is
sustained by a complex network of cytokines which include
interleukin-2 [ 22, 27, 39]. Our data showing considerable
IL-2-induced lymphocyte proliferation in CLL do not agree
with Totero’s [43] experience, who did not demonstrate the
proliferative response of CLL B cells. It is possible that we
were able to observe the above-mentioned response be-
cause we used whole blood cells (without separating the
different lymphocyte subpopulations) which makes the
method more comparable with the in vivo status. We have
demonstrated the DxS induced stimulation of B lympho-
cytes involved in the malignancy. This is the same popula-
tion that responds when stimulated with IL-2.

The two lectins — PSA and WGA - have not been
reported to be mitogenic for lymphocytes, but our results
demonstrated them to be mitogenic for CLL lymphocytes.
Lectins are defined as proteins or glucoproteins of non-
immune origin, which bind specifically to carbohydrate
residues. Neoplastic cell transformation is associated with
an altered composition of the carbohydrate of plasma
membranes [35, 44]. The mitogenicity of PSA and WGA
that we observed may reflect the proliferation of the
malignant CLL population irrespective the active or indol-
ent state of the disease.

The data from our immunological investigations allow
us to suggest that the behaviour of T and B lymphocytes
differs in active and indolent CLL.

The peculiarity of the two distinct states of CLL is
further emphasized by hormonal differences between them.
As is generally accepted, the immune and endocrine system
are interrelated [5, 7]. It has been postulated that one
immunoregulatory circuit that links neuroendocrine struc-
tures and the immune system is the hypothalamic-pituitary-
adrenocortical axis (HPA) [2]. From previous work we



know that the end-product of the HPA axis, cortisol, has
multifaceted effects on the immune system. The fluctua-
tions of the endogenous level of blood cortisol are relevant
for the continuous endocrine surveillance of the immune
cell network [14]. So overall activity of the immune system,
and consequently the degree of autoregulatory interactions
of immune cells, can therefore be influenced by endogen-
ous cortisol blood levels. One function of the HPA immune
circuit is to control and prevent the excessive expansion of
lymphoid cells during the immune response. It is conceiv-
able that this circuit, by impeding a cumulative excessive
expansion of lymphoid and accessory cells, plays a role in
preventing lymphoproliferative diseases.

There is some evidence that imbalances in the immune-
HPA axis may be involved in disease state [4]. Our data
support this. Significantly elevated cortisol levels in CLL
patients, and differences in the ACTH and cortisol levels of
patients with active and indolent CLL, have been estab-
lished. We can suggest that cortisol, as a terminal product of
the HPA axis, could have an impact on determining the
functional state of CLL. The role of HPA may be important
for two reasons: first dysfunction of HPA makes possible
uncontrolled lymphoproliferation. At the same time, exces-
sive secretion of cortisol may also influence the immune
status — several immune functions can be affected, which
has also been demonstrated by our work. We showed that
suppression of T cell function can be, at least partly, caused
by HPA axis dysfunction. However, higher cortisol levels
can, to some extent, control the lymphoproliferation in
CLL, as patients with indolent CLL have demonstrated
more elevated cortisol levels and a lower lymphocyte count
than those with active disease.

The immediate products of activating the HPA axis, i.e.
ACTH, may also be immunomodulators, and we have
observed higher ACTH levels in the group of patients
with indolent CLL.

The hypothalamic pituitary thyroid (HPT) axis can also
play a role in regulating the immune response, and thyroid
hormones seem to be involved [26]. We have observed
changes of thyroid hormone concentrations in CLL. Higher
thyroxine levels were found in CLL patients when no
changes in thyroglobulin and TSH values were observed.
Interestingly, a lower triiodothyronine level was observed
in patients with active CLL compared to those with indolent
disease.

It was reported earlier that triiodothyronine production
from thyroxine is changed in several acute and chronic
illnesses [24]. Such abnormality of serum thyroid hormone
levels is called “euthyroid sick syndrome” and is now
considered to be mediated, at least in part, by the effects
of cytokines on the HPT axis [25]. We can, therefore guess
that differences in thyroid hormone levels between active
and indolent disease reflect the changed effect of immune
function on the HPT axis. On the other hand, thyroid
hormones have been shown to be important for the normal
functioning of lymphoid cells. However, the relationship
between the HPT axis and the regulation of the immune
system remains currently unknown.
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We are beginning to understand the alterations of im-
mune/hormonal interrelations, in active and indolent CLL.

In addition, the imbalance of sex hormones evident in
male CLL patients, mentioned above, was more expressed
in active disease.

Differences in certain immune responses between men
and women have been known for many years [15]: women
demonstrate better immune capabilities than men [11].
Functional studies have established a marked effect of sex
steroids on events involved in the immune response [21];
however, the exact mechanisms have not been elucidated.

The central targets for sex hormones actions are T cells.
Oestrogens depress most, if not all, the major functions of
cell-mediated immunity [24]. They may act directly by
affecting the target lymphocytes (T-suppressor cells, which
possess oestrogen receptors) and indirectly by releasing or
inhibiting the secretion of hormones from the thymic
reticuloendothelial cells. Grossman [25] suggests that the
ratio of oestrogens to androgens may determine whether the
circulating hormones will be immunostimulatory or im-
munoinhibitory. As to FSH and LH, their considerable
augmentation in male CLL patients is an interesting ob-
servation but difficult to explain. FSH and LH levels are
elevated with age, but CLL patients have demonstrated a
striking increase when compared to age-matched controls.

As men and women normally have a dimorphic immune
response, it is reasonable to suggest that, in CLL immune
regulation is altered in different ways in men and women.
Sex hormone imbalance in lymphoproliferative malignan-
cies could account for this. Futhermore, the changes in sex
hormone balance, through the effect on immune regulation,
may be responsible for the worse prognosis of CLL in male
patients compared to female.

Our data, taken together, allow us to conclude that:

1. Active and indolent CLL presents differences in im-
munological characteristics, as demonstrated by more
remarkable suppression of T lymphocyte function, re-
duced IgA concentration and considerably higher serum
B2 microglobulin value in active disease.

2. Immune disturbances can be accompanied by hormonal
imbalance, depending on the disease status: lower
ACTH, cortisol and triiodothyronine levels have been
established in active CLL compared to indolent disease.
Sex hormone changes, found only in male patients, are
more pronounced in active disease.

The results we have presented provide evidence for the
complexity of immunohormonal changes, and that these
differ in active and indolent CLL. Whether these differ-
ences between the two disease states are a cause or effect of
tumour progression is not unequivocally answered.

Further studies are needed to allow definite conclusions
concerning immune and hormonal imbalance and its role in
the pathophysiology and progression of CLL.



114

References

1.

10.

11.

12.

13.

18.

19.

20.

21.

Baldini L, Mozzana R, Cortelezzi A, Neri A, Radaelli F, Cesana B,
Maiolo AT, Polli EE (1985) Prognostic significance of immuno-
globuline phenotype in B cell chronic lymphocyte leukaemia.
Blood 65:340

. Bateman A, Singh A, Kral T, Solomon A (1989) The immune-

hypothalamic-pituitary-adrenal axis. Endocrinol Rev 10:92

. Berson SA, Yalow RS (1968) Radioimmunoassay of ACTH in

plasma. J Clin Invest 47:2725

. Besedovsky HO, Rey A del (1992) Immunoneuroendocrine cir-

cuits: integrative role of cytokines. Front Neuroendocrinol 13:61

. Besedovsky HO, Sorokin E, Keller H, Miller I (1975) Changes in

blood hormone levels during the immune response. Proc Soc Exp
Biol Med 150:466

. Binet IL, Leporrcier M, Dighiero G, Charron D, D’Athis Ph,

Vaugier G, Merle Beral H, Natali JC, Raphael M, Nizet B,
Follezou JY (1977) A clinical staging system for chronic lympho-
cytic leukaemia. Prognostic significance. Cancer 40:855

. Blalock IE (1989) A molecular basis for bi-directional commu-

nication between the immune and neuroendocrine systems. Physiol
Rev 69:1

. Cheson BD, Bennett JM, Rai KR, Grever MR, Kay NE, Schiffer

CA, Oken MM, Keating MM, Boldt DH, Kempin SI, Foon KA
(1988) Guidelines for clinical protocols for chronic lymphocytic
leukaemia: recommendations of the National Cancer Institute-
Sponsored Working Group 29:152

. Cheson BD, Bennett JM, Grever M, Kay N, Keating MJ, O'Brien

S, Rai KR (1996) National Cancer Institute-sponsored Working
Group Guidelines for chronic lymphocytic leukaemia: revised
guidelines for diagnosis and treatment 87:4990

Chronic Leukaemia Myeloma Task Force (1973) Proposed guide-
lines for protocol studies. III. Chronic lymphocytic leukaemia.
Cancer Chemother Rep 4:159

Cohn DA (1979) High sensitivity to androgen as a contributing
factor in sex differences in the immune response. Arthritis Rheum
22:1218

Collins RJ, Vershuer LA, Harmon BN, Prentice RL, Pope JH, Kerr
JFR (1989) Spontaneous programmed death (apoptosis) of B-
chronic lymphocytic leukaemia cells following their culture in
vitro. Br J Haematol 71:343

Decker T, Flohr T, Trautmann P, Aman MJ, Holter W, Majdic O,
Huber C, Peschel C (1995) Role of accessory cells in cytokine
production by T cells in chronic B-cell lymphocytic leukaemia
Blood 86:1115

. Del Rey A, Besedovsky HO, Sorkin E (1984) Endogenous blood

levels of corticosterone control of the immunological cell mass
and B cell activity in mice J Immunol 133:572

. Eidinger D, Carrett TJ, (1992) Studies on the regulatory effects of

the sex hormones on the antibody formation and stem cell
differentiation. J Exp Med 136:1098

. Elves MW, Roath S, Isrealis MC (1963) The response of lympho-

cytes to antigen challenge in vitro. Lancet 1:806

. Everaus H (1984) Immunological aspects of chronic lymphocytic

leukaemia. Dissertation, University of Tartu, Tartu, Estonia
Fernandes LA, MacSween IH, Langley GR (1981) Increased T-cell
reactivity to leukemic B-cells in chronic lymphocytic leukaemia
with change of stable disease to its progressive form. Haematology
10:137

Foa R, Catovsky D, Brozovic M, Marsh G, Oiyritangkumaran T,
Cherchi M, Galton DAG (1979) Clinical staging and immunolo-
gical findings in chronic lymphocytic leukaemia. Cancer 44:483
Foon KA, Rai KR, Gale RP (1990) Chronic lymphocytic leuk-
aemia new insights into biology and therapy. Ann Intern Med
113:525

Fuji H, Nawa Y, Tsuchiya H, Matsuno K, Fukomoto T, Fukuda S,
Kotani M (1975) Effect of a single administration of testosterone
on the immune response and lymphoid tissues in mice. Cell
Immunol 20:315

22.

23.

24.

25.

26.

217.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

30.

40.

41.

42.

43.

44.

Giovarelli M (1988) Release of interleukin-2 like material by B
chronic lymphocytic leukaemia cells. An autocrine or paracrine
model of production and utilization Leuk Res 12:201

Gronowiez E, Goutinho A (1975) Functional heterogeneity. Trans-
plant Rev 24:3

Grossmann CJ (1984) Regulation of the immune system by sex
steroids. Endocrinol Rev 5:435

Grossmann CJ (1985) Interactions between the gonadal steroids
and the immune system. Science 227:257

Grossman CJ (1991) Immunopharmacology. In: Greenspan FS (ed)
Basic and clinical endocrinology. Calif, p 40

Huang RW, Tsuda H, Takatsuki K (1993) Interleukin-2 prevents
programmed cell death in chronic lymphocytic leukaemia cells. Int
J Haematol 58:83

International Workshop on Chronic Lymphocytic Leukaemia.
Chronic lymphocytic leukaemia: recommendations for diagnosis
staging and response criteria. (1989) Ann Intern Med 110:236
Juliusson G (1981) Leukemic B-lymphocytic malignancy. A
clinical immunological and cytogenetic study, utilizing mitogens
to activate and differentiate malignant. Dissertation, Karolinska
Institute Stockholm, Sweden, p 11

Korsmeyer SI, Greene WC, Cossman J, Hsu SM, Jensen JP,
Neckers LM, Marshall SL, Bakhsi A, Depper JM, Leonard W],
Jaffe ES, Waldmann TA (1983) Rearrangement and expression of
immunoglobulin genes and expression of TAC antigen in hairy cell
leukaemia. Proc Natl Acad Sci USA 80: 3844

Lantz O, Grillot-Courvalin C, Schmitt C, Fermand J-P, Broyet J-C
(1985). Interleukin 2 induced proliferation of leukemic human B
cells. J Exp Med 161:1225

Litam P, Swan F, Cabanillas F, Tucker SL, McLauchlin P, Hage-
meister FB, Rodriguez MA, Velasquez WS (1991) Prognostic
value of serum beta-2 microglobulin in low grade lymphoma.
Ann Intern Med 114:855

Mancini G, Carbonara AO, Heremans IF (1965) Immunochemical
quantitation of antigens by single radial diffusion. Immunochem-
istry 2:235

Morabito F, Callea I, Rodino A, Messina G, Gallea N, Iacopino P,
Nobile F, Brugiatelli M (1995) Modulation of purine analogs- and
chlorambucil-induced cytotoxicity by alpha-interferon and inter-
leukin-2 in chronic lymphocytic leukaemia. Leukaemia 9:1450
Nicholson GL (1976) Trans-membrane control of the receptors on
normal and tumor cells. II. Surface changes associated with
transformation and malignancy. Biochim Biophys Acta 458:1
Panayotides P, Lenkei R, Porwit A, Reizenstein P (1986) Malig-
nant B-cells have receptors for and respond to interleukin-2. Med
Oncol Tumor Pharmacother 3:255

Platsoucas CD, Galinski M, Kempin S, Reich L, Clarkson B, Good
R (1982) Abnormal T-lymphocyte subpopulations in patients with
B cell chronic lymphocytic leukaemia. An analysis by monoclonal
antibodies. J Immunol 129:2305

Rai KR, Sawitsky A, Cronkite EP, Chanana AD, Levy RN,
Pasternack BS (1975) Clinical staging chronic lymphocytic leuk-
aemia 46:219

Rossi IF, Klein B, Commes T, Jourdan M (1985) Interleukin 2
production in B cell chronic lymphocytic leukaemia. Blood 66:840
Sachs L, Lotem I (1993) Control of programmed cell death in
normal and leukemic cells: new implications for therapy. Blood
82:15

Spati B, Child JA, Kerruish SM (1980) Behaviour of serum B2-M
and acute phase reactants in chronic lymphocytic leukaemia. Acta
Haematol 64:79

Taylor DS, Kern JA, Nowell PC (1986) IL-2 alone is mitogenic
only for Tac-positive lymphocytes in human peripheral blood.
J Immunol 136:1620

de Totero D, Francia di Celle P, Cignetti A (1995) The IL-2
receptor complex: expression and function on normal and
leukemic B cells. Leukemia 9: 1425

Warren L, Buck CA, Tuczynski GP (1978) Glycopeptide changes
and malignant transformation. A possible role for carbohydrate in
malignant behaviour. Biochim Biophys Acta 516:97



