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Abstract OBJECTIVES: Recent advances in knowledge of Psychoneuroimmunology have
shown that several neuroactive substances, including neurohormones and
neuropeptides, may exert immunomodulatory effects. However, despite the
great variety of potential neuroimmune interactions, at present we may rec-
ognize two major neuroendocrine systems exerting a physiological neuroim-
munomodulatory function, consisting of the pineal gland and the brain opioid
system, provided by immunostimulatory and immunosuppressive effects,
respectively. Recent in human studies have demonstrated the possibility to
amplify the biological activity of IL-2, the major anticancer cytokine, by pineal
indoles.

MATERIALS & METHODS: The present study was carried out to draw some pre-
liminary in human results on the possible immunomodulatory effects of the
inhibition of the brain opioid activity by a long-acting opioid antagonist, nal-
trexone (NTX). The study was performed in 10 metastatic renal cell cancer
patients, who had progressed on a previous immunotherapeutic cycle with IL-2
alone. Patients were treated with the same doses of IL-2 (6 million 1U/day sub-
cutaneously for 6 days/week for 4 weeks) plus an oral administration of NTX
at a dose of 100 mg every 2 days.

RESULTS: The clinical response consisted of a partial response in 1 and a stable
disease in 5 patients, whereas the other 4 patients progressed. Therefore, the
percent of non-progressive disease was 6/10 (60%). Moreover, mean lympho-
cyte increase achieved during IL-2 plus NTX was significantly higher (P<0.05)
than that obtained during the previous treatment with IL-2 alone.
CONCLUSIONS: This study shows that a blockade of the brain opioid system,
which plays a physiological immunosuppressive role, may improve the antican-
cer effects of IL-2 in humans.
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Introduction

Recent advances in knowledge of neuroimmuno-
modulation (NIM) have shown that most neuro-
hormones and neuropeptides may play immunomodu-
latory effects on lymphocyte and macrophage functions
by acting on specific neurohormonal and neuropepti-
dergic receptors expressed by the immune cells [1,2].
Unfortunately, most immunomodulating effects played
by neuropeptides and neurohormones are extremely
varied, depending on dose, way of injection, experimen-
tal conditions and psychoneuroendocrine status of the
investigated subjects. Therefore, it is still difficult to
translate in vivo the great variety of immunomodulato-
ry effects described in vitro. Then, the definition of the
physiological significance of NIM is still at the begin-
ning. However, despite the controversial experimental
data, at present it has been already possible to dem-
onstrate that the endogenous opioid system, particu-
larly through the mu-opioid receptors, plays a major
immunosuppressive role, namely on cellular immunity,
including the antitumor immune response [3]. Even
though the mechanisms responsible for the immuno-
suppressive role of the opioid agents are still unclear,
it has been shown that the opioids may induce immu-
nosuppression namely by inhibiting T helper-1 (TH1)
lymphocyte functions and stimulating T helper-2
(TH2) lymphocyte activity [3]. Since the anticancer
immunity is a TH1 dependent phenomenon, whereas
the TH2 activity inhibits antitumor immune response
[4, 5], the inhibition of TH1 functions and activation
of TH2 lymphocytes by the opioid agonists may allow
a suppression of immune reactions against cancer
growth. TH1 lymphocytes stimulate the anticancer
immunity namely through the release IL-2, which
is the main anticancer cytokine, whereas TH2 lym-
phocytes immunosuppress the antitumor immunity
mainly through the secretion of IL-10, which exerts
immunosuppressive effects by inhibiting secretion and
activity of IL-2 itself [4, 5]. The altered TH1/TH2 ratio,
consisting of TH1 hypofunction and TH2 hyperfunc-
tion, would represent one of the most important can-
cer-related immune dysfunctions which is responsable
for most immune cell anomalies described in advanced
cancer patients [6], including the decrease in the cir-
culating number of NK, LAK, dendritic cells (DC)
and lymphocytes. This statement is justified by the
fact that a diminished TH1 function determines a de-
creased release of IL-2, which is the main growth fac-
tor for the immune cells involved in tumor cell destruc-
tion [7]. Therefore, the normalization of TH1/TH2
ratio would constitute the main endpoint of the re-
cent cancer immunotherapies with cytokines. At least
from a theoretical point of view. The normalization of
TH1/TH2 ratio may be obtained by a stimulation of
TH1 functions and/or by an inihibition of the TH2 hy-
perfunction. Several neuroendocrine agents, such as
the indole hormones released from the pineal gland,
have been proven to activate TH1 functions [8]. In par-
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ticular, melatonin (MLT), which represents the most
investigated pineal hormone, has appeared to pro-
mote IL-2 production from TH1 lymphocytes by act-
ing on specific melatoninergic receptors expressed by
TH1 cells [9,10]. Because of the physiopathological
importance of neuroimmune interactions [1], the
concomitant administration of immunomodulating
neurohormones and neuropeptides could enhance the
therapeutic efficacy of the anticancer cytokines by re-
placing physiological links between neuroendocrine
and immune systems, which are often altered in the
advanced neoplastic disease [11,12]. Therefore, the
concomitant administration of anticancer cytokines,
such as IL-2, plus immunostimulating neurohormones
could deserve important therapeutic implications, by
representing a new possible strategy in the treatment
of human neoplasms, the so-called neuroimmunother-
apy (NIT) of cancer. In particular, it has been shown
that the concomitant administration of pharmacologi-
cal doses of MLT may enhance the biological and
anticancer therapeutic effects of low-dose IL-2 with
respect to IL-2 alone in humans [13]. At present, how-
ever, the administration of IL-2 plus MLT or other
pineal indoles would constitute the only clinically in-
vestigated example of NIT in the treatment of cancer
[13,14]. Another potential NIT approach could con-
sist of a concomitant administration of anticancer
cytokines plus neuroactive substances capable of inhib-
iting the action of immunosuppressive neuroendocrine
areas, such as the brain opioid system. In other words,
according to NIM knowledge, an improvement in im-
mune functions may be achieved by either activating
immunostimulatory neuroendocrine areas, such as the
pineal gland [8-10], or blocking the action of immu-
nosuppressive neuroendocrine structures, such as the
opioid system [3], in an attempt to enhance TH1-func-
tions and to reduce TH2-activities respectively. The
block of the type mu-opioid system may be obtained
through the administration of opioid antagonists, such
as naltrexone (N'TX) [15]. Therefore, administration
of long-acting mu-opioid antagonist NTX could en-
hance immune functions, including anticancer immu-
nity, namely by inhibiting TH2 activity. In fact, at least
in experimental conditions, NTX has been shown to
reduce IL-10 release and to enhance that of IL-2, with
a following amplification of anticancer immunity. On
this basis, a study was planned in an attempt to ana-
lyze the influence of a concomitant NTX administra-
tion on the immunological and therapeutic effects of
IL-2 in advanced cancer patients.

Materials and methods

The study included 10 consecutive metastatic renal
cell cancer patients (M/F: 6/4; median age: 59 years,
range 49-66), who progressed in response to a previ-
ous immunotherapeutic cycle with IL-2 alone at the
same doses. The neuroimmunotherapeutic cycle with
IL-2 plus NTX was, as follows: IL-2 at a dose of 3 mil-



lion IU twice/day subcutaneously for 6 days/week for
4 consecutive weeks plus a concomitant admistration
of NTX at a dose of 100 mg orally every two days until
the end of IL-2 injection. Eligibility criteria were, as
follows: histologically proven metastatic renal cell car-
cinoma, measurable lesions, progression after a previ-
ous immunotherapeutic cycle with IL-2 alone at the
same doses, no concomitant chronic therapy with ste-
roids because of their immunosuppressive action and
no concomitant chronic therapy with morphine or
other opioid substances for cancer-related pain be-
cause of the opioid antagonist action of NTX itself. The
experimental protocol was explained to each patient,
and written consent was obtained.

The immunobiological results obtained during IL-2
plus NTX were compared to those observed in the
same patients during IL-2 alone by evaluating the
absolute number of total lymphocyte, being the lym-
phocytosis the most important biological favourable
prognostic marker of the efficacy of IL-2 cancer im-
munotherapy [16]. Moreover, the clinical response was
assessed according to WHO criteria. The results were
statistically analyzed by the chi square test, the Stu-
dent’s t-test and the analysis of variance, as appropri-
ate.

Results

An increase in lymphocyte number greater than
30% with respect to that obtained during IL-2 alone
occurred during IL-2 plus NTX in 6/10 (60%) patients.
The changes in mean lymphocyte number, as assessed
at weekly intervals, observed during IL-2 alone or IL-2
plus NTX are illustrated in Fig.1. Mean lymphocyte
number observed after 7, 14 and 21 days of IL-2 in-
jection was significantly higher during IL-2 plus NTX
than during IL-2 alone. Moreover, as illustrated in
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Figure 1: Changes in lymphocyte mean number during IL-2 alone or

IL-2 plus naltrexone (NTX) in metastatic cancer patients.
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Fig.2, mean maximum lymphocyte increase occur-
ring during IL-2 plus NTX was statistically significant
higher than that achieved during IL-2 alone (P<0.05).
As far as the clinical response to IL-2 plus NTX is con-
cerned, a partial response (PR) was achieved in one pa-
tient with nodes as dominant metastasis sites. A stable
disease (SD) occurred in five other patients, whereas
the remaining four patients had a progressive disease.
Therefore, the percent of non-progressive disease ob-
tained during IL-2 plus NTX was 6/10 (60%) patients.
Finally, the percent of patients with lymphocyte in-
crease greater than 30% was significantly higher in pa-
tients who showed no progressive disease (PR + SD)
than in those who progressed on treatment (5/6 vs
1/4,P < 0.05).

The treatment was substantially well tolerated in
all patients, and in particular, despite the potential
hepatotoxicity of NTX, no statistically significant in-
crease in transaminases levels occurred during con-
comitant administration of NTX with respect to the
values observed during IL-2 alone.

Discussion

This preliminary study shows that concomitant ad-
ministration of long-acting opioid antagonist NTX may
improve IL-2-induced lymphocytosis and reestablish a
control of neoplastic growth in metastatic cancer pa-
tients who progressed on IL-2 alone, by suggesting
that a blockade of the opioid system by NTX may in
vivo enhance immunobiological and anticancer prop-
erties of IL-2 immunotherapy. At present, the only
published example of the application of the psycho-
neuroendocrine knowledge to the clinical treatment
of human diseases characterized by immune dysfunc-
tions, such as cancer, is represented by the association
of IL-2 plus pineal indoles namely MLT [11,12], as a

3000 — @ IL-2 + NTX
olL-2

*

*P<0.05VS IL-2

2000 —

LYMPHOCYTES (X * SE) n/m3

1000 —

Figure 2: Mean increase in lymphocyte number occurring
in metastatic cancer patients during IL-2 or IL-2 plus
naltrexone (NTX).
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NIT of cancer. Therefore, this preliminary study would

show a new, other potentially effective neuroimmuno-

therapeutic strategy, consisting of the administration
of an anticancer cytokine, such as IL-2, plus a neuroac-
tive substance capable of blocking the opioid system

and removing its immunosuppressive action on IL-2-

induced anticancer immune reaction, such as NTX.

Then, according to knowledge available until now, an

improvement of the efficacy of the anticancer immuno-

therapy by a psychoneuroendocrine manipulation may
be achieved through two different ways:

— consisting of the activation of immunostimulatory
neuroendocrine areas, such as the pineal gland by
the exogenous administration of pineal indoles,

— and of the inhibition of immunosuppressive neuro-
endocrine areas, such as the brain opioid system by
the administration of long-acting opioid antagonists
blocking the mu-opioid receptor.

Further studies, by evaluating several immune param-
eters, will be required to better define neuroimmuno-
modulating effects of NTX in humans. Moreover, fur-
ther clinical studies will be needed to establish whether
the concomitant administration of pineal indoles and
opioid antagonists plus IL-2 may enhance the antican-
cer efficacy of IL-2 with respect the single agents.

In conclusion, this study would suggest that the
block of the opioid tone by long-acting opioid antag-
onist NTX may amplify IL-2-induced lymphocyte in-
crease and reestablish a control of the neoplastic pro-
liferation in metastatic cancer patients progressing on
IL-2 alone, by confirming in humans the immunosup-
pressive role of the opioid system on the anticancer im-
munity.
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