
Abstract The Fas receptor is involved in the regulation
of apoptosis but also can function as a non-apoptotic sig-
nal transducer. This study was mainly designed to quanti-
tate Fas proteins in rat brain during heroin addiction and
opiate withdrawal. In rat, mouse and human brains, and in
SH-SY5Y cells, similar forms of Fas were immunode-
tected with different antibodies (i.e., 35 kDa native Fas
and 48- and 51-kDa glycosylated Fas). Acute (2 h) treat-
ments with the µ-opioid receptor agonists heroin (10 mg/kg)
and morphine (30 mg/kg) increased the immunodensity of
native Fas (124% and 36%) but not that of glycosylated
Fas in the cerebral cortex. Chronic (5 days) heroin (5–
30 mg/kg) and morphine (10–100 mg/kg) were also asso-
ciated with increased native Fas (76% and 45%) and with
different expressions of glycosylated Fas. In heroin-depen-
dent rats, opiate withdrawal (48 h) resulted in a sustained
increase in native Fas (107%) and in up-regulation of 
51 kDa glycosylated Fas (51%). Acute treatments with 
selective δ-receptor (SNC-80, 10 mg/kg) or κ-receptor 
(U 50488-H, 10 mg/kg) agonists did not alter the content
of native or glycosylated Fas. Chronic pentazocine (10–
80 mg/kg, 5 days), a mixed opiate drug and σ1 receptor ag-
onist, decreased native (48%) and glycosylated (38–82%)
Fas proteins. Similarly, the selective σ1 agonist (+)-SKF
10047 also decreased native Fas (37%) and the effect was
blocked by the σ1 antagonist BD 1063. Brain dynamin
was up-regulated by acute and/or chronic heroin (30–39%),
morphine (47–85%), pentazocine (51%) and heroin with-

drawal (74%). The main results indicate that chronic heroin/
morphine treatment and heroin withdrawal are associated
with up-regulation of 35 kDa native Fas (and with differ-
ent expressions of glycosylated Fas), and also with con-
comitant increases of dynamin in rat brain.
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drugs · σ Ligands · Naloxone · Opiate addiction · Opiate
withdrawal · Rat brain

Introduction

The Fas/Fas-L and other signaling systems are well-known
cellular pathways associated with the physiological regu-
lation of programmed cell death (apoptosis; MacEwan
2002). The Fas receptor (also known as CD95 or APO-1)
is a prototype member of the tumor necrosis factor/nerve
growth factor superfamily of death receptors (Itoh et al.
1991; Watanabe-Fukunaga et al. 1992; Nagata and Gol-
stein 1995; Nagata 1999; Orlinick et al. 1999), which is
widely expressed in normal tissues (Watanabe-Fukunaga
et al. 1992) including the brain (Bechmann et al. 1999;
Choi et al. 1999; Boronat et al. 2001). The Fas receptor
has an extracellular domain with two putative N-linked
glycosylation sites and a cysteine-rich region for ligand
binding (Fas-L), and an intracellular death domain near de
C-terminal region of the molecule (Watanabe-Fukunaga et
al. 1992; Orlinick et al. 1999). Native Fas receptor has a
relative molecular mass ≈35 kDa, but after post-transla-
tional modifications mature Fas is mostly expressed as
glycosylated proteins of ≈45–52 kDa (Itoh et al. 1991;
Oehm et al. 1992; Watanabe-Fukunaga et al. 1992; Kami-
tami et al. 1997).

Upon receptor activation by Fas-L, the intracellular death
domain of Fas rapidly recruits the adaptor molecule
FADD (Fas-associated death domain protein), which is
followed by activation of various caspase cascades (cas-
pase-8 proenzyme) and specific effector caspases, such as
caspase-3, leading to apoptosis (Nagata 1999; Krammer
2000; MacEwan 2002). The induction of apoptosis in neu-
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rons has been demonstrated to share the same basic mech-
anisms with all other cell types (Sastry and Rao 2000; Yuan
and Yankner 2000). Besides the primary role of Fas/Fas-L
in apoptosis, increasing evidence also indicates the impor-
tance of this system as a non-apoptotic signal transducer
(Wajant 2002). Among these non-apoptotic functions, the
Fas receptor has been shown to transduce proliferative
signals in normal human diploid fibroblasts and T cells
(Siegel et al. 2000), to mediate cardiomyocyte hypertro-
phy in vitro and in vivo (Badorff et al. 2002), to stimulate
axonal growth in primary neurons (Desbarats et al. 2003),
and Fas-L to facilitate antigen acquisition by dendritic
cells in melanomas (Tada et al. 2002). In contrast to Fas-
mediated apoptosis events, the apoptosis-unrelated bio-
logical effects of Fas are still poorly understood.

In a recent study (Boronat et al. 2001), chronic treat-
ment of rats with morphine was shown to be associated,
through a naloxone-sensitive mechanism, with an oppo-
site modulation of two key proteins involved in the regu-
lation of the programmed cell death in the brain: up-regu-
lation of pro-apoptotic Fas receptor and down-regulation
of anti-apoptotic Bcl-2 oncoprotein. Similarly, morphine
also was shown to increase the expression of Fas receptor
mRNA in heart, lung, spleen and lymphocytes of mice as
well as in human lymphocytes (Yin et al. 1999). Moreover,
Fas mRNA expression was found enhanced in splenic
lymphocytes of stressed mice (i.e., with abnormal high
contents of endogenous opioids), an effect that was antag-
onized by naloxone, indicating that Fas-mediated lympho-
cyte apoptosis is dependent on endogenous opioids (Yin
et al. 2000). Recently, Fas overexpression and Fas-medi-
ated lymphocyte apoptosis in stressed mice was found
abolished in µ-opioid receptor deficient mice (Wang et al.
2002). Together these findings indicated that morphine,
through the activation of µ-opioid receptors, could pro-
mote abnormal programmed cell death in specific types of
neurons (but see Raoul et al. 2002) and other cells. Alter-
natively, the modulation of Fas receptor by morphine in
the brain could be related to the recent discovery that this
system (Fas/Fas-L) can also function as a non-apoptotic
signal transducer in various cells including neurons (Wa-
jant 2002; Desbarats et al. 2003).

Because of the potential importance of this topic, the
present study was mainly designed to assess the modula-
tion of Fas-related proteins (native and glycosylated Fas)
during heroin addiction (acute and chronic effects) and the
induction of opiate withdrawal in rat brain. For compari-
son, the acute effects of other opiate and non-opiate drugs
were also quantitated. Moreover, the effects of some opi-
ate drugs (heroin, morphine, pentazocine) on dynamin, a
recently discovered target of chronic morphine action
(Noble et al. 2000) that plays an essential role in receptor
endocytosis, were also investigated. A preliminary report
of a portion of this work was given at the XXIV congress
of the Spanish Society of Pharmacology (García-Fuster et
al. 2002).

Materials and methods

Animals and treatments. Adult male Sprague-Dawley rats (250–
300 g) were used. The rats were housed under controlled environ-
mental conditions (22°C, 70% humidity, and 12-h light/dark cycle)
with free access to a standard diet and tap water. For the acute drug
treatments, the rats received a single intraperitoneal (i.p.) injection
of heroin (10 mg/kg), morphine (30 mg/kg), SNC-80 (10 mg/kg, a
selective δ-opioid receptor agonist), U 50488H (10 mg/kg, a selec-
tive κ-opioid receptor agonist), pentazocine (15 mg/kg, an opiate
drug and also a potent σ1 receptor agonist; see Mei and Pasternak
2001, 2002), (+)-SKF 10047 (5 mg/kg, a selective σ1 receptor ago-
nist; see Matsuno et al. 1995) and BD 1063 (10 mg/kg, a selective
σ1 receptor antagonist; see McCracken et al. 1999). For the chronic
treatment with heroin, the rats were injected i.p. three times daily
(at 08:00, 14:00 and 20:00 h) during 5 consecutive days with in-
creasing doses of the opiate as follows: day 1: 5, 10, and 10 mg/kg;
day 2: 10, 15, and 15 mg/kg; day 3: 15, 20, and 20 mg/kg; day 4:
20, 25, and 25 mg/kg; day 5: 25 and 30 mg/kg (Ventayol et al. 1997).
After this chronic heroin treatment, naloxone (2 mg/kg i.p., 2 h)-pre-
cipitated withdrawal or spontaneous (48 h) opiate withdrawal was
induced which resulted in various withdrawal reactions (data not
shown; Gabilondo and García-Sevilla 1995). In another series of
chronic experiments, the animals were similarly injected with
morphine (10 to 100 mg/kg) or pentazocine (10 to 80 mg/kg) dur-
ing 5 days (Ventayol et al. 1997). Other rats were chronically treated
with (+)-SKF 10047 (3–10 mg/kg for 3 days). In all series of ex-
periments, control rats received 0.9% saline vehicle or DMSO (in
the case of SNC-80) i.p. (1 ml/kg) at the indicated treatment times.
The animals were killed by decapitation 2 h after the last dose in
the acute and chronic drug treatments or at the times indicated af-
ter heroin withdrawal. The brains were rapidly removed and spec-
imens of the cerebral cortex were dissected on ice and stored at
–80°C until assay. This study was approved by the research and
ethical review board of the Dirección General de Investigación
(MCT, Madrid), and the experiments in rats followed the “Princi-
ples of laboratory animal care” (NIH publication No. 85–23, re-
vised 1985) and were performed according to the guidelines of the
University of the Balearic Islands.

Brain sample preparations and immunoblotting of Fas-related pro-
teins and dynamin. The preparation of rat brain samples and the im-
munodetection of target proteins were performed as described pre-
viously (Ventayol et al. 1997; Boronat et al. 2001) with some mod-
ifications. Briefly, 150–200 mg of cerebral cortex was homogenized
(1:20, wt/vol) in cold 40 mM Tris HCl buffer, pH 7.5, containing
1% Triton X-100, 1 mM EDTA, 1 mM MgCl2, 5 mM NaCl, and
the protease inhibitors phenylmethylsulfonyl fluoride (1 mM) and
leupeptin (40 µg/ml). The samples were centrifuged at 40,000 × g
for 45 min, and then 200 µl of the resulting supernatant (total Fas
and dynamin) was mixed with an equal volume of electrophoresis
loading buffer (Ventayol et al. 1997), which was then boiled (de-
natured) and stored at –20°C until use. Protein concentrations were
determined by the method of Bradford (Bradford 1976). In addition
to rat brain, mouse (cerebral cortex) and human (prefrontal cortex)
brain samples (Ferrer-Alcón et al. 2003) and human SH-SY5Y
neuroblastoma cells (a clone from SK-N-SH cells which expresses
high densities of µ- and δ-opioid receptors, proportion 4:1; Yu et
al. 1986; López and Ferrer 2000) were also used for the immuno-
detection and characterization of Fas-related proteins with differ-
ent anti-Fas antibodies (see Fig. 1). For these preliminary experi-
ments, total membranes were prepared similarly as above except
that the detergent Triton X-100 was not included in the homoge-
nization buffer and the samples were not centrifuged (total ho-
mogenates). In some experiments, rat cortical membranes were in-
cubated in the absence or presence of the enzyme N-glycosidase F
(15 units for 3 h at 37°C) (Ozaita et al. 1999) to further ascertain
the nature of the various Fas receptor proteins (anti-Fas M-20 anti-
body). In routine experiments, 40 µg protein of each rat (and mouse
or human) brain sample or SH-SY5Y cells (20 µg protein) was
subjected to SDS-PAGE on 15-well (6×8-cm gels, 1 mm thickness,
Bio-Rad Laboratories, Hercules, CA, USA) 10% polyacrylamide
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minigels. Proteins were electrophoretically transferred (110 V for
2–3 h) to nitrocellulose membranes (western blotting) that were in-
cubated for 1 h in a phosphate-buffered saline containing 5% non-
fat dry milk, 0.2% Tween 20 and 0.5% bovine serum albumin

(blocking solution) (Harlow and Lane 1999). Then, the membranes
were incubated overnight at 4°C in blocking solution containing
the appropriate primary antibody: anti-Fas M-20 (rabbit polyclonal
antibody raised against a peptide mapping the carboxyl terminus of
Fas of mouse origin; dilution 1:2,000; sc-716, batches D219 and
F251, Santa Cruz Biotechnology, CA, USA), anti-Fas C-20 (rabbit
polyclonal antibody raised against a peptide mapping the carboxyl
terminus of Fas of human origin [amino acids 300–319, cf. Kami-
tani et al. 1997]; dilution 1:2,000; sc-715, batch D172 Santa Cruz
Biotechnology), anti-Fas FL-335 (rabbit polyclonal antibody raised
against a recombinant protein corresponding to the full length Fas
of human origin; dilution 1:1,000; sc-7886, batch C010 Santa Cruz
Biotechnology) or anti-dynamin (mouse monoclonal antibody
raised against a peptide mapping the carboxyl terminus of dynamin
I of rat origin; dilution 1:2,000; clone 41, batch 4, Transduction
Laboratories, Lexington, KY, USA). The anti-Fas antibodies used
do not cross-react with other TNF superfamily transmembrane re-
ceptors. In order to test the selectivity of anti-Fas antibodies (M-20
and C-20) with specific proteins, the antigenic peptides (sc-716P
and sc-715P, Santa Cruz Biotechnology) were preincubated in ex-
cess with the antisera to block the binding of the antibody to the
specific protein species tested (Fig. 1). The secondary antibody,
horseradish peroxidase-linked anti-rabbit or anti-mouse IgG, was
incubated at 1:5,000 dilution in blocking solution at room temper-
ature for 2 h. Immunoreactivity of target proteins was detected
with the Enhanced Chemiluminiscence (ECL) Western Blot De-
tection system (Amersham International, Buckinghamshire, UK)
and visualized by exposure to Hyperfilm ECL film (Amersham)
for 30 s to 2 min (autoradiograms).

Quantitation of immunodensities of Fas-related proteins and dy-
namin. The autoradiograms were quantitated by densitometric
scanning (GS-700 Imaging Densitometer, resolution: 42 µm, Bio-
Rad, Hercules, CA, USA). The amount of target proteins (Fas and
dynamin) in the cerebral cortex of rats treated with opiate or other
drugs was compared in the same gel with that of control rats which
received saline or DMSO solution. Prior to analyses, the linearity
of protein concentration for Western blotting was ascertained by
resolution of selected concentrations of protein (i.e., total protein
loaded versus integrated optical density, IOD, units, consisting of
5 points of different protein content, usually 10 to 80 µg, resulting
in good linear relations; data not shown, see Boronat et al. 2001).
Experiments were performed by using 40 µg protein known to be
within the linear range for immunolabeling of Fas-related proteins
and dynamin. The quantification procedure was assessed 2–4 times
in different gels (each gel with different brain samples from saline/
DMSO- and drug-treated rats). Finally, percent changes in immuno-
reactivity with respect to control samples (100%) were calculated
for each rat treated with the specific drug in the various gels and
the mean value used as a final estimate. Since opiate drugs induce
alterations in the content of cytoskeletal proteins such as neurofil-
aments (García-Sevilla et al. 1997; Boronat et al. 2001; Ferrer-Al-
cón et al. 2003), actin (Papakonstanti et al. 1998) and dynamin
(Noble et al. 2000), a specific housekeeping cytoskeletal protein
was not used as a negative control. Instead, unidentified peptides,
not related to Fas, were also quantitated with anti-Fas antibodies
(≈65 kDa band for M-20 and ≈70 kDa band for C-20, see Fig. 1)
and the various opiate treatments did not alter significantly the im-
munodensity of these unknown peptides (e.g., mean ± SEM IOD
values for the unidentified 65 kDa band, saline: 14.4±0.6, n=3; acute
heroin: 14.1±0.3, n=3; chronic heroin: 14.0±0.3, n=3; chronic heroin
plus naloxone: 14.6±0.4, n=3; chronic pentazocine: 12.8±0.6, n=3).

Data analyses and statistics. All series of data were analyzed with
the program GraphPad Prism, version 3.0. Results are expressed as
mean ± SEM values. One-way analysis of variance (ANOVA) fol-
lowed by Bonferroni’s multiple comparison test, and Student’s
two-tailed t-test were used for the statistical evaluations. The level
of significance was chosen as p=0.05.

Drugs and chemicals. Opiate drugs (and their sources) included
heroin HCl and morphine HCl (Unión Químico-Farmacéutica S.A.E.
(Madrid, Spain), (±) pentazocine HCl (Laboratorios Fides, Barce-
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Fig. 1 Representative autoradiographs of Western blots depicting
labeling of immunodetectable Fas-related proteins (≈35 kDa native
Fas and ≈48 and 51 kDa glycosylated Fas, arrows) with various
antibodies (M-20, C-20 and FL-335) in the rat brain (RB, cerebral
cortex), mouse brain (MB, cerebral cortex), human brain (HB, pre-
frontal cortex) and human SH-SY5Y neuroblastoma cells (SH).
The samples (40 µg protein for brain tissue and 20 µg protein for
SH cells) were subjected to SDS-PAGE, transferred to nitrocellu-
lose membranes (immunoblotting), incubated with the specific pri-
mary and secondary antibodies, and visualized by the Enhanced
Chemiluminiscence method. The specificity of the antibodies
anti-Fas M-20 and C-20 were assessed by preincubating the corre-
sponding antibody with its antigenic peptide (preabsorbed anti-
body), which resulted in the blockade of the immunoreaction for
the specific proteins (double arrows). The apparent molecular
masses of Fas-related proteins were determined by calibrating the
blots with prestained molecular weight markers as shown on the
left hand side. For a given antibody all samples were run in the
same gel



lona, Spain), SNC-80 ((+)-4-[(αR)-α-(2S,5R)-4-allyl-2,5-dimethyl-
1-piperazinyl)-3-methoxybenzyl]-N-N,diethylbenzamide) (Tocris
Cookson Ltd., Avonmouth, UK), U-50488-H HCl (1S-trans)-3,4-
dichloro-N-methyl-N-[2-(1-pyrrolidinyl)cyclohexyl]-benzeneacet-
amide) (Sigma/RBI, St Louis, Mo, USA) and naloxone HCl (Endo
Laboratories, Garden City, NY, USA). (+)-SKF 10047 HCl and
BD 1063 HCl (1-[2-(3,4-dichlorophenyl)ethyl]-4-methylpiperazine)
were purchased from Tocris. N-glycosidase F was from Sigma.
Acrylamide (Protogel) was from BDH Brunschwig (Dorset, UK).
Other materials such as the secondary antibodies, ECL reagents
and autoradiography films were purchased from Amersham Inter-
national (UK) or Santa Cruz Biotechnology (USA). All other
chemicals were from Sigma Chemical.

Results

Immunodetection of Fas-related proteins in brain tissue
and in SH-SY5Y cells

Fas is a widely expressed cell-surface receptor of relative
molecular mass ≈35 kDa for native Fas and ≈45–52 kDa
for their glycosylated forms (Itoh et al. 1991; Watanabe-
Fukunaga et al. 1992). The antibodies used (M-20 and
C-20) for the immunodetection of these Fas-related proteins
(antisera directed against the cytoplasmic domain of Fas)
were first tested for their specificity on Western blots of
rat, mouse and human brain membranes as well as in hu-
man SH-SY5Y neuroblastoma cell membranes (no deter-
gent added). In rat brain, the antiserum anti-Fas M-20 la-
beled specific proteins of Mr ≈35 kDa (native Fas) and
≈48 and 51 kDa (glycosylated Fas) (Fig. 1, top). Thus,
previous preincubation of Fas M-20 antibody with the
antigenic peptide (preabsorbed antibody) resulted in the
blockade of the immunoreaction for the specific proteins
(35-, 48- and 51-kDa), but not for other unknown unre-
lated peptide of higher molecular mass (≈65 kDa, Fig. 1,
top). Similar results were obtained in mouse and human
brains (including two prominent peptides of ≈45 kDa prob-
ably related to glycosylated Fas) and in SH-SY5Y cells
(Fig. 1, top). In rat, mouse and human brain tissues as well
as in SH-SY5Y cells, the antiserum anti-Fas C-20 labeled
a specific protein of ≈51 kDa (glycosylated Fas) which
was not immunodetected with the preabsorbed antibody
(Fig. 1, middle). In these tissue and cell preparations, anti-
Fas C-20 also immunodetected a specific band of ≈97 kDa
(not shown) which probably represents a processed form
of Fas aggregates (≈110–200 kDa; Kamitani et al. 1997).
In rat, mouse and human brains and in SH-SY5Y cells,
the pattern of Fas-related proteins immunodetected with
the antiserum anti-Fas FL-335 (directed against the full
length protein; antigenic peptide not available) was simi-
lar to that of anti-Fas M-20, although the immunoblots
showed a higher background (Fig. 1, bottom). Therefore,
with the use of various antibodies raised to independent
epitopes of Fas it was possible to identify the same spe-
cific Fas-related proteins in rat brain (i.e., ≈35 kDa native
Fas and ≈48 and 51 kDa glycosylated Fas).

In rat brain membranes extracted with 1% Triton X-100
and probed with anti-Fas M-20, the immunodensity of
glycosylated 48 kDa Fas was greatly increased and that of

51 kDa Fas blunted (Fig. 2A). Protein extraction with this
nonionic detergent also improved the immunodetection of
native 35 kDa Fas (antibody M-20), glycosylated 51 kDa
Fas (antibody C-20) and glycosylated 48- and 51-kDa Fas
(antibody FL-335; see Figs. 1, 3). N-deglycosylation of
Fas receptor induced a marked increase in the expression
of native 35 kDa Fas and related peptides (≈43/45 kDa;
Fig. 2B). Therefore, the effects of opiate and other drugs
on Fas-related proteins were assessed in brain membranes
extracted with Triton, and in which native 35 kDa Fas and
glycosylated 48 kDa Fas were quantitated with antibody
M-20, glycosylated 51 kDa Fas with antibody C-20, and
both glycosylated forms of Fas also with antibody FL-335
(Fig. 3).
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Fig. 2 A Immunodetection of Fas-related proteins (≈35 kDa na-
tive Fas and ≈48 and 51 kDa glycosylated Fas, double arrows)
with antibody M-20 in the rat brain (cerebral cortex). The samples
(40 µg protein, three animals in each group) were prepared in the
absence or presence of a nonionic detergent (Triton X-100). Note
that protein extraction with Triton markedly improved the immuno-
detection of 48 kDa glycosylated Fas and blunted that of 51 kDa
glycosylated Fas. B Immunodetection of Fas-related proteins with
antibody M-20 in the rat cerebral cortex after receptor deglycosyl-
ation. The samples (18 and 36 µg protein, prepared with Triton
X-100) were incubated in the absence (G–) or presence (G+) of the
enzyme N-glycosidase F (15 units for 3 h at 37°C). Note that 
N-deglycosylation of Fas receptor induced a marked increase in the
expression of native 35 kDa Fas and related peptides (≈43/45 kDa).
The apparent molecular masses of Fas-related proteins were deter-
mined by calibrating the blots with prestained molecular weight
markers as shown on the left hand side



Effects of heroin and other opiate drugs 
on Fas-related proteins in rat brain

The acute treatment with the µ-opioid receptor agonist
heroin (10 mg/kg, i.p. for 2 h), compared with saline solu-
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Fig. 3 Representative immunoblots of Fas-related proteins (≈35 kDa
native Fas and ≈48 and 51 kDa glycosylated Fas, arrows) detected
with different antibodies (M-20, C-20 and FL-335) in the rat cere-
bral cortex (40 µg protein extracted with Triton) after various
heroin and morphine treatments. Groups of treatments (two ani-
mals for each group): saline, acute heroin (10 mg/kg, i.p., 2 h),
chronic heroin (10–30 mg/kg i.p. for 5 days), chronic heroin plus
naloxone (Nlx, 2 mg/kg i.p. for 2 h), chronic heroin plus sponta-
neous withdrawal (SW, 48 h) and chronic morphine (10–100 mg/kg
for 5 days; only for antibody FL-335). The apparent molecular
masses of Fas-related proteins were determined by calibrating the
blots with prestained molecular weight markers as shown on the
left hand side. For a given antibody all samples were run in the
same gel

Fig. 4 Effects of acute and chronic treatments with heroin and of
opiate withdrawal after the chronic treatment on the immunodensi-
ties of Fas-related proteins in the rat brain (cerebral cortex). Groups
of treatments: saline, acute heroin (10 mg/kg, i.p., 2 h), chronic
heroin (10–30 mg/kg i.p. for 5 days), chronic heroin plus naloxone
(Nlx, 2 mg/kg i.p. for 2 h), chronic heroin plus spontaneous with-
drawal (SW, 48 h). Quantitation of Fas-related proteins: 35 kDa na-
tive Fas and 48 kDa glycosylated Fas (antibody M-20); 51 kDa
glycosylated Fas (antibody C-20), and 48 kDa and 51 kDa glyco-
sylated Fas (antibody FL-335). Columns are means ± SEM of five
experiments per group with an animal per experiment, and expressed
as percentage of saline-treated rats. One-way ANOVA detected
significant differences between groups with respect to 35 kDa na-
tive Fas (antibody M-20) [F(4,21)=5.77, p=0.005] and 51 kDa gly-
cosylated Fas (antibody C-20) [F(4,21)=3.38, p=0.028]. *p<0.05;
**p<0.01 when compared with the corresponding saline group,
and †p<0.05 when compared with the chronic heroin group
(ANOVA followed by Bonferroni’s test). Chronic heroin treat-
ment also reduced significantly the immunodensity of 51 kDa gly-
cosylated Fas (antibody FL-335) *p<0.05 when compared with the
saline group (Student’s two-tailed t-test)



tion administration, induced a marked increase in the im-
munodensity of 35 kDa native Fas in the rat cerebral cor-
tex (124%, p<0.01) (Figs. 3 top, and 4). In contrast, acute
heroin treatment did not alter significantly the immuno-
densities of 48- and 51-kDa glycosylated Fas in rat brain
(Figs. 3, top and middle, 4; Table 1). Chronic treatment
with heroin (5–30 mg/kg for 5 days) also was associated
with an increase in the immunodensity of 35 kDa native
Fas in rat the cerebral cortex (76%, p<0.05) (Figs. 3 top, 4),
but this effect was less pronounced than that induced by
the acute treatment, which suggested the induction of tol-
erance. Chronic heroin treatment did not modify signifi-
cantly the immunodensity of 48 kDa glycosylated Fas
(Figs. 3, top and bottom, 4; antibodies M-20 and FL-335)
but decreased that of 51 kDa glycosylated Fas (33%,
p<0.05 with antibody C-20; and 54%, p<0.05 with anti-
body FL-335; Figs. 3, middle and bottom, 4; Table 1).

Acute (30 mg/kg, i.p. for 2 h) and chronic treatment
with morphine (10–100 mg/kg for 5 days) also increased
the content of 35 kDa native Fas in the rat cerebral cortex
(36% and 45%, p<0.05, respectively) (Table 1). Moreover,
chronic morphine induced an increase in the immuno-
density of 48 kDa glycosylated Fas (42%, p<0.01, Table 1,
antibody M-20, and 43%, p<0.01, Fig. 3 bottom, antibody
FL-335) and a decrease in that of 51 kDa glycosylated Fas
(45%, p<0.05, Fig. 3 bottom, antibody FL-335).

Acute treatments with the opiate drugs SNC-80 (a selec-
tive δ-receptor agonist, 10 mg/kg i.p. for 2 h) or U 50488-H
(a selective κ-receptor agonist, 10 mg/kg i.p. for 2 h) did
not modify significantly the immunodensity of native or
glycosylated Fas in the rat cerebral cortex (Table 1), which
indicated that the rapid modulation of Fas proteins in the
brain is related to the activation of µ-opioid receptors (heroin
and morphine).

Effects of heroin withdrawal after chronic opiate treatment
on Fas-related proteins in rat brain

In heroin-dependent rats (5–30 mg/kg for 5 days), nalox-
one (2 mg/kg)-precipitated withdrawal (2 h) or spontaneous
opiate withdrawal (48 h) did not modify significantly the
already increased immunodensities of 35 kDa native Fas
(91%, p=0.06, and 107%, p<0.05, when compared to
saline). Opiate withdrawal, like chronic heroin, did not in-
duce significant changes in the content of 48-kDa glyco-
sylated Fas (Figs. 3, top and middle, 4; Table 1). In these
heroin-dependent rats, however, spontaneous opiate with-
drawal (48 h) resulted in up-regulation in the density of
51-kDa glycosylated Fas (51% when compared to chronic
heroin; Figs. 3 middle, 4; Table 1).

Effects of pentazocine and other σ ligands 
on Fas-related proteins in rat brain

The acute treatment with pentazocine (15 mg/kg, i.p. for 2 h),
a σ1 receptor agonist and a mixed nonselective δ/κ-opioid
receptor agonist and µ-antagonist, did not modify signifi-
cantly the immunodensity of native or glycosylated Fas in
the rat cerebral cortex (Table 1). In contrast, chronic treat-
ment with pentazocine (10–80 mg/kg for 5 days) resulted in
marked decreases in the immunodensities of 35 kDa na-
tive Fas (48%, p<0.01), 48 kDa glycosylated Fas (38%,
p<0.01 with antibody M-20, and 46%, p<0.01 with antibody
FL-335), and 51 kDa glycosylated Fas (47%, p<0.0001
with antibody C-20, and 82%, p<0.0001 with antibody
FL-335; Figs. 5, 6) in the brain (Table 1).

The acute treatment with the selective σ1 receptor ago-
nist (+) SKF 10047 (5 mg/kg i.p. 2 h) decreased the con-
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Treatment (time) Dose Antibody M-20 Antibody C-20
(mg/kg) 51 kDa n

35 kDa 48 kDa n

Acute heroin (2 h) 10 224±22** 101±6 5 97±16 5
Chronic heroin (5 days) 5–30 176±13* 89±6 5 67±6* 5
+ Naloxone (2 h) 2 191±33 99±3 5 86±6 5
+ SW (48 h) – 207±32* 105±4 5 118±15† 5
Acute morphine (2 h) 30 136±8* 117±5 4 NT
Chronic morphine (5 days) 10–100 145±7** 142±5** 4 NT
Acute SNC-80 (2 h) 10 90±7 97±7 5 97±4 5
Acute U 50488-H (2 h) 10 119±9 102±7 4 95±2 4
Acute pentazocine (2 h) 15 95±10 118±9 3 97±5 3
Chronic pentazocine (5 days) 10–80 52±6** 62±9** 5 53±5*** 5
Acute (+) SKF 10047 (2 h) 5 74±6* 93±6 4 93±9 4
Acute BD 1063 (2.5 h) 10 101±11 99±9 3 102±10 3
Acute BD + SKF 10+5 96±6 95±5 4 89±9 4
Chronic SKF 10047 (3 days) 3–10 61±6** 106±5 5 100±2 5

*p<0.05, **p<0.01, ***p<0.0001 when compared with its saline group; †p<0.05 when compared with the chronic heroin group
(ANOVA followed by Bonferroni’s test or Student’s t-test)

Table 1 Changes in Fas receptor protein immunoreactivities in-
duced by various opiate drugs (heroin, morphine, µ-agonists;
SNC-80, δ-agonist; U50488-H, κ-agonist) and σ1 ligands (pentaz-
ocine, SKF10047, BD1063) in the rat cerebral cortex. Each value

represents the mean ± SEM (expressed as percentage of the corre-
sponding saline group [100%]) of n experiments per group with
one animal per experiment. See Materials and methods for experi-
mental details. SW spontaneous withdrawal, NT not tested



tent of 35 kDa native Fas (26%, p<0.05), but not that of
glycosylated Fas, in the rat cerebral cortex (Table 1). This
inhibitory effect on native Fas was antagonized by BD
1063, a selective σ1 receptor antagonist (Table 1). Chronic
treatment of rats with (+)-SKF 10047 (3–10 mg/kg for 
3 days) also resulted in a sustained decrease in 35 kDa na-
tive Fas in the brain (37%, p<0.01) (Fig. 7, Table 1).

Effects of heroin, morphine and pentazocine, 
and of naloxone-precipitated heroin withdrawal 
on dynamin content in rat brain

The acute treatments with heroin (10 mg/kg, i.p. for 2 h) and
morphine (30 mg/kg i.p. for 2 h), compared with saline so-
lution administration, induced marked increases in the im-
munodensity of dynamin in the rat cerebral cortex (hero-
ine: 39%, p<0.01; morphine: 85%, p<0.001; Fig. 8). Chronic

treatments (5 days) with heroin (5–30 mg/kg) and mor-
phine (10–100 mg/kg) were also associated with up-regu-
lations in the content of dynamin in the brain (heroin:
30%, p<0.05; morphine: 47%, p<0.05), but these effects
were less pronounced, although statistically not signifi-
cant, than those induced by the acute treatments (espe-
cially in the case of morphine), which might suggest the
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Fig. 5 Representative immunoblots of Fas-related proteins (≈35 kDa
native Fas and ≈48 and 51 kDa glycosylated Fas, arrows) detected
with different antibodies (M-20, C-20 and FL-335) in the rat cere-
bral cortex (40 µg protein extracted with Triton) after chronic pen-
tazocine administration. Groups of treatments (three animals for
each group): saline and chronic pentazocine (10–80 mg/kg i.p. for
5 days). The apparent molecular masses of Fas-related proteins
were determined by calibrating the blots with prestained molecular
weight markers as shown on the left hand side. For a given anti-
body all samples were run in the same gel

Fig. 6 Effect of chronic treatment with pentazocine on the im-
munodensities of Fas-related proteins in the rat brain (cerebral 
cortex). Groups of treatments: saline and chronic pentazocine
(10–80 mg/kg i.p. for 5 days). Quantitation of Fas-related proteins:
48 kDa glycosylated Fas and 35 kDa native Fas (antibody M-20);
51 kDa glycosylated Fas (antibody C-20), and 48 kDa and 51 kDa
glycosylated Fas (antibody FL-335). Columns are means ± SEM
of five experiments per group with an animal per experiment, and
expressed as percentage of saline-treated rats. *p<0.01; **p<0.0001
when compared with the corresponding saline group (Student’s
two-tailed t-test)



induction of tolerance (Fig. 8). Chronic pentazocine treat-
ment (10–80 mg/kg for 5 days) also induced an increase in
the immunodensity of dynamin in the rat cerebral cortex
(51%, p<0.05) (data not shown). In heroin-dependent rats
(5–30 mg/kg for 5 days), naloxone (2 mg/kg)-precipitated
withdrawal (2 h) induced a marked up-regulation in the
immunodensity of dynamin in the brain (74%, p<0.001),
which was significantly greater (44%, p<0.01) than that
observed after chronic heroin administration (Fig. 8).

Discussion

The immunodetection of Fas-related proteins (≈35 kDa
native Fas and ≈48 and 51 kDa glycosylated Fas) in rat,

mouse and human brains, as well as in SH-SY5Y neuro-
blastoma cells, was in good agreement with previous stud-
ies in various human cell lines, which used similar anti-
bodies directed against the cytoplasmic domain of Fas
(Kamitani et al. 1997). In Fas-deficient mice (disruption of
the Fas gene by deletion of exon 9 coding for the receptor
cytoplasmic region), normal size Fas mRNA and Fas-re-
lated proteins (≈40–45 kDa) were not expressed in thymo-
cytes (Adachi et al. 1995). The heterogeneity of Fas ex-
pression in the mammal brain is most likely due to differ-
ential glycosylation of the two N-linked glycosylation sites
in the extracellular domain of Fas (Itoh et al. 1991; Wata-
nabe-Fukunaga et al. 1992; Kamitani et al. 1997; Kram-
mer 2000), the expression of which apparently depends
on sample preparation (e.g., protein extraction with the
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Fig. 7 Representative immunoblots of Fas-related proteins (≈35 kDa
native Fas and ≈48 and 51 kDa glycosylated Fas, arrows) detected
with antibody M-20 (batch F251) in the rat cerebral cortex (40 µg
protein extracted with Triton) after A acute treatment with the se-
lective σ1 receptor agonist (+)-SKF 10047 and its interaction with
the σ1 antagonist BD 1063, and B chronic (+)-SKF 10047 admin-
istration. Groups of treatments (two or three animals for each group):
saline, acute (+)-SKF 10047 (5 mg/kg i.p. for 2 h), acute BD 1063
(10 mg/kg i.p. for 2.5 h) + SKF 10047, and chronic SKF 10047
(3–10 mg/kg i.p. for 3 days). The apparent molecular masses of
Fas-related proteins were determined by calibrating the blots with
prestained molecular weight markers as shown on the left hand
side. For A and B all samples were run in the same gel. Note that
batch F251 for antibody M-20 (compared with batch D219 in Figs.
2, 3, 5) detected Fas related peptides of ≈44/46 kDa that were also
immunodetected in mouse and human brains (see Fig. 1, top; batch
D219)

Fig. 8 Effects of acute and chronic treatments with heroin or mor-
phine and of heroin withdrawal after the chronic treatment on the
immunodensity of dynamin in the rat brain (cerebral cortex).
Groups of treatments: saline (S), acute heroin (A, 10 mg/kg, i.p., 
2 h), chronic heroin (C, 10–30 mg/kg i.p. for 5 days), chronic heroin
plus naloxone (C+N, 2 mg/kg i.p. for 2 h), acute morphine (30 mg/kg
i.p., 2 h) and chronic morphine (10–100 mg/kg i.p. for 5 days).
Columns are means ± SEM of 4–8 (heroin) or 6–8 (morphine) ex-
periments per group with an animal per experiment, and expressed
as percentage of saline-treated rats. One-way ANOVA detected
significant differences between groups with respect to dynamin
immunodensity after heroin [F(3,16)=22.7, p<0.0001] and mor-
phine [F(2,17)=10.61, p=0.001] treatments. *p<0.05; **p<0.01;
***p<0.001 when compared with the corresponding saline group,
and †p<0.01 when compared with the chronic heroin group
(ANOVA followed by Bonferroni’s test). Bottom: Representative
immunoblots for the effects of the various heroin and morphine
treatments (two animals for each group, 40 µg protein extracted
with Triton) on the immunodensity of dynamin in the rat cerebral
cortex (all samples were run in the same gel). The apparent molec-
ular mass of dynamin was determined by calibrating the blots with
prestained molecular weight markers as shown on the left hand
side



nonionic detergent Triton X-100 improved the immuno-
detection of glycosylated Fas).

The major findings of the current study are that chronic
heroin treatment (tolerant state) modulated differentially
Fas receptor proteins (up-regulation of 35 kDa native Fas
and down-regulation of 51 kDa glycosylated Fas) and that
spontaneous heroin withdrawal (dependent state) was as-
sociated with increases of these forms of Fas in the brain
(i.e. a sustained increase for native Fas and the induction
of up-regulation for glycosylated Fas). Moreover, chronic
morphine also induced up-regulation of 35 kDa native Fas.
Interestingly, acute treatments with the µ-agonists heroin
and morphine, but not with selective δ- and κ-agonists, in-
creased the content of native Fas, which clearly indicated
the involvement of µ-opioid receptors in the rapid modu-
lation of Fas in the brain. The results extend previous
findings on the modulation of Fas receptor (48 kDa glyco-
sylated protein) in morphine-dependent rats, which was
mediated through a naloxone-sensitive mechanism (Boro-
nat et al. 2001). The results also confirm the general ob-
servation that activation of opioid receptors (mainly the
µ-type) induces an increase in the expression of Fas receptor
mRNA and protein in various tissues and cells (Yin et al.
1999, 2000; Chatzaki et al. 2001; Singhal et al. 2002;
Wang et al. 2002). In this context, it is of interest to note
that the basal immunodensity of 35 kDa native Fas was
found decreased (30%, n=5, p<0.05) in µ-opioid receptor
deficient mice (García-Fuster et al., unpublished results),
suggesting that µ-receptors tonically stimulate, through
endogenous opioid peptides, the activation of Fas in the
brain. The content of glycosylated Fas proteins (48- and
51-kDa peptides) was not changed in µ-deficient mice
(unpublished results; see also Wang et al. 2002). More-
over, the basal expression of 35 kDa native Fas was not
modified in brains of δ- or κ-opioid receptor deficient
mice (unpublished results). These data agree with the ob-
served stimulating effects of acute heroin and morphine
on 35 kDa Fas in rat brain and indicate the involvement of
µ-opioid receptors in mediating the effects of these opiate
agonists.

In a previous study, chronic morphine was associated
with an increased content of 48 kDa Fas in the brain
(Boronat et al. 2001). In the present study, chronic mor-
phine also increased this glycosylated Fas form but de-
creased other (51 kDa protein). However, chronic heroin
(and heroin withdrawal) did no alter 48 kDa glycosylated
Fas in rat brain. The reason for this discrepancy is not
known. Although morphine and heroin (diacetyl-morphine)
may differ in some effects (Schuller et al. 1999), the in
vivo efficacies of heroin, 6-acetylmorphine and morphine
were shown to be mediated by pharmacologically similar
populations of µ-opioid receptors (Negus et al. 2003). In
any case, the current results indicate that heroin and mor-
phine addiction in rats (tolerant and/or dependent states)
is associated with up-regulation of 35 kDa native Fas (and
with different expressions of glycosylated Fas) in the brain.
At present, the molecular mechanisms by which heroin
and other opiate drugs modulate the Fas receptor in the
brain are not known. It is unclear whether the opioid re-

ceptors and the Fas receptor are physically associated or
influence each other at the level of their signaling path-
ways. In a recent in vitro study (Singhal et al. 2002), mor-
phine was shown to enhance the expression of FasL/Fas
in macrophages which led to cell apoptosis, and this effect
was mediated by opioid receptors via p38 mitogen-acti-
vated protein kinase (MAPK) phosphorylation. The MAPK
and/or the modulation of other signaling pathways (one
possibility would be through the interaction of inhibitory
Gi/o proteins activated by opiate drugs and the Fas adap-
tor molecule FADD recruited after receptor stimulation)
could also be involved in mediating the effects of opiate
drugs on Fas in the brain.

In contrast to the acute and chronic effects of heroin and
morphine on 35 kDa native Fas (up-regulation), chronic
(±)-pentazocine induced down-regulation of native Fas in
rat brain. Chronic pentazocine, but not chronic heroin,
also reduced 48 kDa glycosylated Fas, and both treat-
ments decreased 51 kDa glycosylated Fas in the brain.
Pentazocine, a former “agonist-antagonist” opiate analgesic
agent, is also a potent σ1 receptor agonist (Mei and Paster-
nak 2001 and other references therein). Both enantiomers
of pentazocine have good affinities for the cloned σ1 re-
ceptor (Ki: 2.5–18 nM; Mei and Pasternak 2001), but
(–)-pentazocine also has good affinity for the cloned µ- (Ki:
5.7 nM, antagonist), κ- (Ki: 7.2 nM, agonist) and δ- (Ki:
31 nM, agonist) opioid receptors (Raynor et al. 1994;
Craft and McNiel 2003). Among other features, the recep-
tors defined as σ are not longer opioid receptors and there-
fore they are naloxone-inaccessible (Quirion et al. 1992).
Since chronic treatment with a high dose of naloxone (10 mg/kg
for 13 days) did not alter the expression of Fas in the 
rat brain (Boronat et al. 2001), the inhibitory effects of
chronic pentazocine on Fas cannot be related to its µ-an-
tagonist properties. Similarly, acute treatments with selec-
tive δ- (SNC-80) and κ- (U 50488-H) agonists did not de-
crease Fas in the brain. In contrast, acute and chronic treat-
ments with the selective σ1 receptor agonist (+)-SKF 10047
decreased, through a σ1 receptor-specific mechanism, the
content of 35 kDa native Fas in the brain. It is of interest
to note that the density of glycosylated Fas was also re-
duced by chronic pentazocine but not by the σ1 agonist,
suggesting that the former drug is also able to impair the
proper post-translational modification of Fas receptor. At
the functional level the σ1 receptors comprise a potent anti-
opioid system, the activation of which by (+)-pentazocine
markedly reduces opiate analgesia in mice (Mei and Pas-
ternak 2002). In line with this concept (anti-opioid effect),
the down-regulation induced by chronic pentazocine on
native Fas is also opposite to the up-regulation induced by
heroin and morphine, and both effects are mediated trough
different receptor mechanisms.

Dynamin is a neuronal phosphoprotein and a GTPase
enzyme that plays an essential role in receptor-mediated
endocytosis via clathrin-coated pits and caveoli (McClure
and Robinson 1996). In the current study, chronic opiate
drug treatments (heroin, morphine) and opiate withdrawal
(heroin) resulted in marked up-regulations in the content
of dynamin in the brain, indicating the importance of this
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molecular target in opiate addiction. These results confirm
and extend previous observations on the modulation of
dynamin in morphine addiction (Noble et al. 2000). Con-
versely, chronic treatment with naltrexone, an opioid re-
ceptor antagonist, was associated with down-regulation
(30%) of dynamin in mouse spinal cord (Patel et al. 2002).
Moreover, the present data also indicate that acute heroin
(10 mg/kg, 2 h) and morphine (30 mg/kg, 2 h) treatments
resulted in up-regulation of dynamin in the rat cerebral
cortex, which indicates its rapid modulation by opiate drugs.
Furthermore, chronic pentazocine also up-regulated dy-
namin content in rat brain, which also suggests the in-
volvement of σ1 receptors in its regulation. The up-regu-
lation of dynamin by opiate drugs could contribute to the
plasticity of the endogenous opioid system, which is rele-
vant in the development of tolerance and dependence to
opiate drugs (see Noble et al. 2000). In this context, the
up-regulation of dynamin in specific brain regions could
regulate the level of expression of opioid receptors through
modulation of receptor internalization induced by opiate
drugs (Murray et al. 1998; Whistler and Von Zastrow 1999).

In conclusion, chronic heroin and morphine treatments
and heroin withdrawal in rats are associated with up-reg-
ulation of 35 kDa native Fas (and with different expres-
sions of glycosylated Fas) in the brain. At present, the
functional consequences of the up-regulation of Fas re-
ceptor in opiate addiction are not known. Opiate drugs
can promote, through the activation of Fas, abnormal cell
death (Yin et al. 1999, 2000; Chatzaki et al. 2001; Singhal
et al. 2002; Wang et al. 2002), but most neurons are resis-
tant to Fas-induced apoptosis (Raoul et al. 2002). Alterna-
tively, Fas could function as a non-apoptotic signal trans-
ducer (Wajant 2002; Desbarats et al. 2003), and in this case
it would represent a new component in the opioid receptor
signaling cascade potently modulated by opiate drugs.
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