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Abstract

HIV encephalitis (HIVE) is accompanied by brain inflammation, leukocyte infiltration, and glial
activation, and HIV patients who abuse opiates are more likely to develop HIVE. To better
understand how opiates could alter HIV-related brain inflammation, the expression of astrocyte
(GFAP immunoreactivity) and macrophage/microglial (F4/80 or Macl immunoreactivity) markers
in the striatum, and the percentage of 3-nitrotyrosine (3-NT) positive macrophages/microglia, was
determined following a 2 day exposure to morphine (5 mg/kg/day via time-release, subcutaneous
implant) and doxycycline in GFAP-driven, doxycycline-inducible HIV-1 Tat transgenic mice.
Data show that both morphine and Tat induction via doxycycline increased astrocyte activation,
with significant additive increases achieved with combined morphine and doxycycline exposure.
By contrast, combined Tat induction and morphine exposure, but neither manipulation alone,
significantly increased the proportion of macrophages/microglia present in the striatum of
transgenic mice, although morphine exposure was necessary to elevate 3-NT co-detection in
Mac1l-positive macrophages/microglia. Finally, Tat induction increased the percentage of neurons
expressing active caspase-3, and this was even more significantly elevated by co-administration of
morphine. In spite of elevations in caspase-3, neuronal TUNEL reactivity was unchanged in all
groups, even after 10 days of Tat induction. Importantly, co-administration of naltrexone
completely antagonized the effects of morphine. These findings indicate that morphine rapidly and
significantly increases the activation of astrocytes and macrophages/microglia in the brains of
inducible Tat transgenic mice, supporting the theory that early inflammatory changes in glia could
underlie the development of HIVE in opiate-abusing AIDS patients.
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INTRODUCTION

As many as one third of HIV-1 infected individuals may develop neuroAIDS, a syndrome
that includes both HIV encephalitis (HIVE) and HIV dementia (HIVD), as well as CNS
infection by opportunistic agents. While the mechanism(s) by which HIV perturbs brain
homeostasis is poorly understood, the development of encephalitic changes, particularly
extravasation of HIV-infected peripheral immune cells, is thought to be a key early event in
progression of neuroAIDS. Indeed, the invasion of the brain by HIV-infected peripheral
immune cells has been postulated to be an important pathological substrate of future HIVD
(reviewed in Persidsky and Poluektova, 2006; Wang et al., 2006). Despite profound changes
in neuronal morphology and function in many HIV brains (Masliah et al., 1997; Kaul et al.,
2001), astrocytes and microglia are the only brain-resident cells with the proper pattern of
cell surface chemokine receptors to confer sensitivity to HIV-1 infection. While the
mechanism(s) whereby the relatively limited viral infection in glia leads to abject changes in
brain function are not understood, markers of microglial and astrocyte activation have been
reported to correlate well with behavioral and cognitive changes characteristic of HIVD
(Tyor et al., 1995; Glass et al., 1995; Patton et al., 1996; Gray et al., 2001; Anderson et al.,
2003) leading many investigators to posit that altered or increased glial reactivity
orchestrates, at least in part, the progression of neuroAIDS.

HIV-Tat is a trans-activating regulatory viral protein composed of 72 to 101 amino acids,
and is actively secreted by HIV-infected cells (Tardieu et al., 1992; Ensoli et al., 1993). As
anti-Tat antibodies can be detected in the serum of AIDS patients (Aldovini et al., 1986),
many investigators have suggested that this extracellular pool of Tat could participate in the
progression of neuroAIDS. In support of this hypothesis, Tat expression is elevated in brain
tissue of patients with HIVE and HIVD (Wesselingh et al., 1993; Hofman et al., 1994;
Wiley et al., 1996). Furthermore, Tat is neurotoxic in vitro and in vivo (Hayman et al., 1993;
Turchan et al., 2001), and Tat has been shown to be potently pro-inflammatory both in vitro
and in vivo (Philippon et al., 1994; Jones et al., 1998; Bruce-Keller et al., 2001; Bruce-Keller
et al., 2003; D'Aversa et al., 2004; Minghetti et al., 2004).

The reasons why only selected AIDS patients develop neurological complications is still not
understood, but there is considerable evidence that HIV-1 infected individuals who also
abuse opiate-based drugs have an accelerated rate of progression to both AIDS and HIVD
(Shapshak et al., 1996; Davies et al., 1997; Bell et al., 1998; Nath et al., 2002; Bell et al.,
2002). Furthermore, it has been reported that opiate drug abuse in the context of HIV-1
infection increases glial reactivity in the CNS, with specific alterations in the number and
phenotype of reactive astroglia and macrophages/microglia (Bell et al., 2002). As increases
in glial inflammatory reactions could participate in HIVD development, experiments were
designed to directly measure the effects of morphine administration on HIV-related glial
reactivity in vivo. To this end, GFAP-driven, doxycycline (DOX)-inducible Tat transgenic
mice were developed to evaluate the interactions of morphine and Tat within the brain. This
manuscript describes the results of experiments in which control [Tat(—)] and inducible Tat
transgenic [Tat(+)] mice were exposed to morphine and DOX for 2 days. Specific analyses
of glial reactivity and neuronal injury were conducted in the striatum since this region is
affected in human HIV (Navia et al., 1986; Wiley et al., 1998; Yiannoutsos et al., 2004) and
is particularly susceptible to experimental Tat neurotoxicity in vivo (Hayman et al., 1993;
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Bansal et al., 2000). To determine if opiate exposure would exacerbate reactive astrogliosis
and macrophage recruitment/microglial activation, acute increases in the proportion of
astroglia and macrophages/microglia (identified by GFAP and F4/80 or Mac-1
immunoreactivity, respectively) were evaluated in morphine treated mice. In addition, the
pattern of 3-nitrotyrosine (3-NT) immunoreactivity and the percentage of nitrotyrosine-
positive microglia was evaluated following DOX and morphine administration as an
estimate of the neurotoxic potential of microglia/macrophages exposed to Tat and/or opiates.
The presence of 3-NT modified residues documents production of the highly neurotoxic
peroxynitrite anion (ONOO-), formed by the interaction of superoxide radicals and nitric
oxide (Shishehbor and Hazen, 2004; Shavali et al., 2006; Ryu and McLarnon, 2006). Lastly,
the proportion of neurons possessing caspase-3 and terminal transferase-mediated UTP nick
end-labeling (TUNEL) reactivity was assessed to explore whether reactive glial changes are
accompanied by acute increases in neuronal injury or death.

MATERIALS AND EXPERIMENTAL PROCEDURES

Generation of DOX-inducible, brain—specific HIV-Tat transgenic mice

A tetracycline (tet) "on" system was used for generation of inducible constructs. Tat(1-86;
HIV-1 I1IB) was cloned downstream of a tet responsive element (TRE) in the pTREX vector
(Clonetech, Mountain View, CA). Reverse tetracycline transactivator (RTTA) was first
cloned in pEGFP vector (Clonetech) at the BamHI/EcoRI site and further subcloned in
GFAP promoter-driven vector pGfaLac-1 at the BamHI/Bglll site. The construction of these
plasmids and their validation using in vitro systems is described in a previous publication
from the founder’s lab (Chauhan et al., 2003). For creation of transgenic lines, plasmid
vectors were selectively digested with restriction enzymes and intact regulatory regions with
respective genes and poly A sites were gel extracted. The purified fragments were used for
inoculation of eggs. The founder animals (C3H x C57BL/6J) for each construct were
checked for respective genes by PCR and southern blotting. Each founder line was then
inbred to produce mice homozygous for the selected genes. Brain-restricted, inducible
transgenic mice were created by crossing mice expressing the Tat gene under the TRE with
mice engineered to express a GFAP promoter driven RTTA. Pure transgenic lines were
derived by crossing homologous lines containing both the GFAP-RTTA and TRE-Tat genes.
Thus, the inducible Tat transgenic mice (Tat(+)mice) described in this manuscript express
both GFAP-RTTA and TRE-Tat genes, while control Tat(—)mice expressed GFAP-RTTA
but not the TRE-Tat gene.

Animal Treatments | — DOX and morphine administration

All animal procedures were approved by the University of Kentucky Institutional Animal
Care and Use Committee (IACUC) and are in keeping with AAALAC guidelines. Male and
female mice aged 2—6 month-old were kept on a 14 h light/10 h dark cycle with free access
to food and water. To induce Tat expression, standard mouse chow was replaced with a
specially formulated chow containing 6 mg/g DOX (Harlan, Indianapolis, IN) for 2 or 10
days. Both Tat(+) and Tat(—) mice were fed the DOX chow to evaluate any non-specific
actions of DOX ingestion. For analyses of combined Tat and morphine exposure, mice were
given the DOX feed the night before morphine and/or naltrexone administration to allow
blood levels of DOX to stabilize. Morphine administration was achieved by subscapular
implantation of continuous, time-release 25 mg pellets (5 mg/day for up to 5 days; NIDA,
Rockville, MD, USA) under aseptic conditions and isoflurane anesthesia as previously
described (El-Hage et al., 2006a; El-Hage et al., 2006b). Although 25 mg morphine pellets
are reportedly depleted at a rate of 5 mg/day, steady-state concentrations of morphine are
measured in ng/ml and differ among tissues. For example, 75 mg morphine pellets typically
yield steady state levels of approximately 22 pg/ml of plasma in C3HeB mice, and much of
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this includes conjugated morphine (see, e.g., Feng et al., 2006). Naltrexone was
administered to mice via Alzet minipumps also implanted subcutaneously into the
subscapular region. Specifically, 60 mg/100 pl naltrexone solubilized in 50% DMSO was
used to fill 1007D model pumps (0.5 pl/h release for up to 7 days), with pumps containing
50% DMSO in sterile saline used as controls. Some mice received replacement pellets and
mini-pumps after 5 days, to permit 10 total days of exposure. At 48 h or 10 days after
morphine, naltrexone, or sham implantation, animals were euthanatized by perfusion with
Zamboni’s fixative (2% paraformaldehyde, pH 7.4 supplemented with 0.15% picric acid).
The brains were removed, cryopreserved by serial exposure to 10 and 20% sucrose,
embedded in OCT compound, and stored intact at —80 °C.

Animal Treatments Il — Tissue processing and Immunohistochemistry

For analyses of Tat expression, RNA was isolated from brain or ear tissue using
commercially available kits (Invitrogen, Carlsbad, CA). Briefly, nucleic acids were isolated
from flash-frozen brain tissue using Trizol reagent (Invitrogen) and treated with RNase-free
DNase. RNA (1 pg) was reverse transcribed into cDNA using random hexamer primers and
200 units of superscript reverse transcriptase (Invitrogen) at 70 °C for 10 min and 42 °C for
1 hin 20 pl total volume. cDNA (100 ng) was used in PCR amplification with 50 pM of
each primer, 0.1 mM dNTP mix, 1.25 units platinum Taq polymerase, and 1.2 mM MgCl,.
The following primers were used to measure Tat expression: reverse (3”) gcg aat tct cat tgc
ttt gat aga gaa act tg, and forward (5°) gcg gat cca tgg agc cag tag atc cta g. Amplified
products were analyzed on 2% agarose gels with visualized with ethidium bromide.

For histology, 12 um frozen sections were prepared from the frozen brains, and coronal
sections cut at the level of the striatum and the hippocampus were collected for analysis.
Specifically, 4 individual sections exactly 120 um apart were thaw-mounted onto slides so
that each slide contained representative samples from different rostral-caudal levels of the
striatum. The slides were processed for immunohistochemistry using the following primary
antisera: rabbit anti-mouse GFAP (1:600, Chemicon, Temecula, CA); mouse anti-Neu-N
(1:200, Chemicon); rat anti-mouse F4/80 (1:500, Serotec, Raleigh, NC); rat anti-mouse
CD11b (Mac-1, 1:500, Chemicon); rabbit anti-3-NT (1:500, Upstate, Charlottesville, VA);
and rabbit anti-human/mouse active caspase-3 (1:2,000, R&D Systems, Minneapolis, MN).
TUNEL staining was employed to detect in situ DNA framentation using the TACS2-TdT
Apoptosis Detection Kit (Trevigen, Gaithersburg, MD), per manufacturer’s directions.
Proportional changes of activation and reactivity in astrocytes, macrophages/microglia and
neurons (see below) were quantified using indirect immunofluorescence, combined with
Hoechst 33342 (15 pg/ml; Sigma St. Louis, MO) to label cell nuclei as previously described
(Bruce-Keller et al., 1999; Bruce-Keller et al., 2003; El-Hage et al., 2006b). To document
non-specific immunoreactivity, primary antibodies were either pre-incubated with excess
antigen or omitted from the staining protocol.

To assess reactive glial changes in the striatum of each animal, the proportion of GFAP
positive astrocytes, or F4/80 or Mac-1 positive macrophages/microglia were determined
from the total number of Hoechst-stained cells. The total number of Hoechst-stained cells,
and the total number of GFAP, Mac-1, or F4/80 positive cells, were counted within the
striatum in 3-5 random fields per section, at 100x magnification (Zeiss Axioplan, Carl Zeiss
Inc.), using 2 sections that were 120 uM apart per animal. Data from multiple fields and
sections was then averaged to generate a final index on GFAP, F4/80, or Mac-1
immunoreactivity per animal. To evaluate microglial 3-NT immunoreactivity, sections were
double-labeled with antibodies specific for Mac-1 and 3-NT, and the percentage of Mac-1
positive cells that were also 3-NT-positive was evaluated using the same approach. To
assess neuronal injury and/or death, the proportion of active (cleaved) caspase-3 or TUNEL
reactive, NeuN-positive neurons was determined. We examined at least 100 NeuN positive
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cells in adjacent fields in two different sections per animal, at 100x magnification. A Leica
TCS, SP confocal microscope (Fig. 2A—C) or a Zeiss Axio Observer Z1 inverted microscope
equipped with an MRm camera (Zeiss) was used to acquire and digitize the fluorescent
images. In Fig. 4A-B and Fig. 5A-D, Z stacks, optimized for deconvolution microscopy,
were taken through the entire section and orthogonal views assessed to demonstrate
unambiguous co-localization of products in 3 dimensions (AxioVision software version 4,
Zeiss). In the case of Fig. 6, deconvolution software (AutoQuant X Version 2, Media
Cybernetics, Bethesda, MD) was used to better demonstrate the subcellular (nuclear) details
of TUNEL, NeuN, and Hoechst dye colocalization.

An important goal of these studies was to assess the acute response of neurons and glia to
HIV + opiates. We were particularly interested in assessing relative changes in acute
inflammation and injury within specific neuron and glial populations, in part to determine
the extent to which a rapid response would be coordinated among diverse neural cell types.
Our current model for opiate-HIV interactions predicts that while opiates per se can affect
the response of astrocytes, microglia and neurons individually to HIV, synergistic neuronal
injury is likely a consequence of inflammatory signaling between astroglia, microglia, and
neurons that spirals out of control. In addition, assessing the relative changes in the
proportion of GFAP-positive astrocytes and F4/80-positive macrophages/microglia also
permitted the direct comparison of current results in Tat transgenic mice with our earlier
studies in which Tat was injected intrastriatally (EI-Hage et al., 2006a; EI-Hage et al.,
2006b).

Statistical analyses

RESULTS

All data were analyzed using one-way ANOVA, followed by Tukey’s post-hoc analyses to
determine statistical significance. In the case of the TUNEL data, the variances among
treatment groups were non-homogeneous. For this reason, Kruskal Wallis nonparametric
ANOVA was used to assess significant differences among treatment groups. P values < 0.05
were designated as statistically significant.

1. Effect of DOX administration on HIV-Tat expression in inducible Tat transgenic mice

Although published reports have shown feed-based DOX administration can control the
expression of target Tet-responsive genes in brain cells initial experiments were designed to
confirm the induction of Tat expression in the brains of the DOX-treated transgenic mice.
Adult Tat(—) and Tat(+) mice were administered DOX for 2 days, after which the brains
were removed, and specific brain regions micro-dissected to determine the regional patterns
of Tat expression. Additionally, RNA was extracted from peripheral tissue to confirm that
Tat expression was restricted to the brain. Tat mMRNA expression was determined by RT-
PCR analyses as described in Methods. Evaluation of PCR band intensities confirmed that
DOX administration caused robust inductions of Tat mMRNA expression in the cortex,
striatum, and hippocampus of Tat(+) mice, without noticeable regional variation (Fig. 1).
Tat mRNA was not detected in tissue taken by earclip from DOX-treated Tat(+) mice or in
any tissue examined from the Tat(—) mice (Fig. 1).

2. Effects of morphine administration on markers of astrocyte reactivity in inducible Tat
transgenic mice

To assess the early physiological effects of brain-restricted Tat expression, Tat(—) and

Tat(+) mice were administered DOX for 2 days, and selected mice were treated also with
morphine and/or naltrexone, as described in Methods. These mice were generated from a
C3H x C57BI/6 background and are, like humans, sensitive to morphine toxicity. Thus a
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small amount of lethality (< 5%) occurred due to the initial effects of 25 mg/kg/day
morphine, prior to development of tolerance and dependence at 12—36 h. There was no
relationship between morphine-induced toxicity and either genotype, irrespective of DOX
administration. While sensitivity to morphine differs among mouse strains and particular
outcome measures (Brase et al., 1977), 75 mg/kg/day morphine is reported to be well-
tolerated by both C3HeB and C57BI/6 mice (Rahim et al., 2003; Peart and Gross, 2004).

As astroglial reactivity is a prominent pathological feature in the brains of opiate-abusing
HIV patients (Bell et al., 2002; Anderson et al., 2003), the effects of Tat expression, with or
without morphine exposure, were determined on astrocyte reactivity. The proportion of
Hoechst-stained cells that were GFAP-positive were assessed in wild type and Tat(+) mice £
opiates and DOX. Evaluation of fluorescent images of the striatum confirmed that while
significant GFAP immunoreactivity could be detected in Tat(—) mice, increases in GFAP
immunoreactivity were apparent in Tat(+) mice treated with DOX or combined DOX and
morphine (Fig. 3A). No visible immunoreactivity could be detected when non-specific
staining was examined (data not shown). Blinded cell counts revealed that in Tat(—) mice,
morphine alone caused significant increases in the proportion of total cells that were GFAP-
immunoreactive astrocytes compared to mice not treated with morphine (Fig. 3B).
Administration of DOX had no effect on GFAP-positive cells in Tat(—) mice (Fig. 3B). In
Tat(+) mice, administration of either morphine or DOX alone significantly increased
astrocyte activation compared to untreated mice (Fig. 3B). Furthermore, combined morphine
and DOX exposure caused significant additive increases in the proportion of GFAP-
immunoreactive astrocytes in the striatum of Tat(+) mice compared to mice receiving either
morphine or DOX alone (Fig. 3B). To confirm that the effects of morphine were mediated
through opioid receptors, the selective opioid receptor antagonist naltrexone was
administered concurrently with DOX and morphine. Data show that the effects of morphine
were completely antagonized by naltrexone (Fig. 3B), supporting a critical role for opioid
receptors in these biological effects of morphine.

3. Effects of morphine administration and Tat induction on the proportion of macrophages/

microglia

As microglia are also responsive to opiates (Rogers and Peterson, 2003; El-Hage et al.,
2006b), and the number of reactive macrophages/microglia has been shown to correlate well
with the degree of HIVD (Tyor et al., 1995; Glass et al., 1995; Patton et al., 1996; Gray et
al., 2001; Anderson et al., 2003), the effects of DOX and/or morphine treatment on
macrophage/microglial activation was determined in Tat(—) and Tat(+) mice. The proportion
of reactive microglia/macrophages was quantified in the striatum after a 2 day exposure to
DOX, morphine, or combined DOX/morphine using both F4/80 (Carson et al., 1998) and
Mac-1 (Wirenfeldt et al., 2003) as described in the Methods. Blinded cell counts revealed
that DOX or morphine exposure alone did not alter the percentage of Hoechst-stained cells
in either the Tat(—) or Tat(+) striatum that expressed either F4/80 (Fig. 3A) or Mac-1 (Fig.
3B). However, combined Tat induction and morphine exposure caused significant increases
in the proportion of both F4/80 (Fig. 3A) and Mac-1 (Fig. 3B) positive cells in Tat(+) mice
as compared to either untreated mice or mice treated with DOX alone. Co-administration of
naltrexone completely reversed morphine-induced alterations in F4/80 and Mac-1
immunoreactivity in Tat(+) mice.

4. Effects of morphine administration and Tat induction on 3-NT immunoreactivity in
macrophages/microglia

In inflammatory cells such as microglia or macrophages, 3-NT immunoreactivity has been
used to identify cells with an inflammatory phenotype capable of inducing significant
oxidative stress (Shavali et al., 2006; Shishehbor and Hazen, 2004; Ryu and McLarnon,
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2006). To determine if Tat and/or morphine exposure could induce a neurotoxic phenotype
in microglia, 3-NT immunoreactivity in macrophages/microglia was evaluated in Tat(—) and
Tat(+) mice with or without DOX and/or morphine treatment. Tissue sections from mice
were processed for specific 3-NT and Mac-1 immunoreactivity as described in Methods, and
sections were inspected to verify the specificity of the antibodies and to determine the
pattern of co-localization.

Evaluation of images indicated that 3-NT immunoreactivity was readily detected in Mac1-
positive cells (Fig. 4A & B). Two days of morphine treatment alone significantly increased
the proportion of 3-NT-immunopositive Macl-labeled macrophages/microglia, irrespective
of Tat genotype (Fig. 4C). DOX administration alone did not alter the percentage of Mac-1
cells that expressed 3-NT, suggesting that Tat alone did not elevate 3-NT (Fig. 4C). There
was a synergistic interaction between Tat and morphine since DOX-induced Tat(+) mice
showed significantly more 3-NT staining when morphine was co-administered, as compared
to Tat(—) mice that also received DOX and morphine (8§ in Fig. 4C). The synergy was
entirely opiate-dependent since co-administration of naltrexone completely reversed
morphine-induced alterations in 3-NT immunoreactivity (Fig. 4C).

5. Effects of morphine exposure and Tat induction on caspase-3 activation and TUNEL
reactivity in neurons

The presence of activated caspase-3 in neurons was highly sensitive to the Tat transgene. In
fact, cleaved caspase-3 was markedly elevated in the neurons of Tat(+) mice even in the
absence of doxycycline, suggesting “leakiness” in the transgene (Fig. 5C). Despite increased
background levels of caspase-3 expression in the absence of DOX, Tat-induction
significantly increased the proportion of active caspase-3 immunoreactive neurons,
suggesting that levels of caspase-3 activity were directly proportional to levels of Tat
expression.

Morphine treatment alone failed to increase the proportion of neurons staining for cleaved
caspase-3 from control values in both Tat(—) and Tat(+) mice (Fig. 5). Importantly,
however, when morphine was co-administered with DOX in Tat(+) mice, there were
synergistic increases in the percentage of neurons expressing cleaved caspase-3 (Fig. 5C).
Thus, morphine appeared to have a differential effect on cleaved caspase-3 levels that was
dependent upon whether or not Tat expression was induced by DOX. This suggested that
there may be different threshold titers for different actions of Tat, and that DOX-induction
was necessary to reach this threshold before interactive effects with opiates upregulating
caspase-3 cleavage became apparent. Alternatively, morphine interactions with very low
levels of Tat that upregulate caspase may require more than 2 days of co-exposure to
become apparent.

In contrast to caspase-3, increased Tat expression did not increase DNA fragmentation as
assessed by TUNEL reactivity in neurons after either 2 days or 10 days of continuous DOX
administration (Fig. 6). DNA fragmentation is a characteristic feature of apoptotic cell death.
Despite morphine co-administration, no increases in TUNEL reactivity were apparent in
striatal neurons, even in DOX-treated Tat(+) mice. In rare instances, dying neurons were
observed with TUNEL positive nuclei (Fig. 6B), but this represented <0.5 % of all NeuN+
cells at both timepoints, and the numbers did not approach significance (Fig. 6C & D).
TUNEL reactive neurons also showed other signs of degeneration including chromatin
condensation, and nuclear shrinkage and fragmentation that were evident with Hoechst
staining. Our findings indicate that caspase-3 activation is quite sensitive to levels of Tat
expression and dramatically elevated with concurrent morphine exposure, but this was not
accompanied by increased chromatin condensation and DNA fragmentation.
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DISCUSSION

This manuscript describes data obtained from the brains of novel, brain-specific, inducible
Tat transgenic mice. Our goal in engineering HIV-1 Tat transgenic mice was to explore the
intrinsic effects of HIV-1 Tat in the CNS. Despite considerable evidence from cell culture
studies and in vivo findings using Tat injection, the role of HIV-1 Tat per se in the
pathogenesis of HIVE and neuroAIDS is incompletely understood. Our findings suggest that
the Tat transgenic mouse is a useful model for mechanistic studies concerning the intrinsic
effects of Tat in HIVE and neuroAIDS pathogenesis, in the absence of alternative toxic viral
proteins such as gp120 (reviewed by Kaul et al., 2001), Rev, Vpr, and Nef, which may also
contribute to neural inflammation and injury (Avison et al., 2003)..

In addition, the experiments were designed to evaluate if opiate exposure could combine
with Tat expression to alter glial inflammation in vivo. This was prompted by prior
experiments suggesting specific, synergistic interactions between opioid abuse and the Tat
viral protein in the CNS. Data show that astrocyte reactivity was sensitive to both morphine
exposure and Tat expression, with significant additive increases achieved when morphine
was administered in the context of Tat expression. Conversely, the expression of microglial/
macrophage cell markers was only increased under conditions of combined morphine
exposure and Tat expression, although chronic morphine by itself was able to increase 3-NT
immunoreactivity within the microglia/macrophage population even in control Tat(—) mice.
This agrees with a number of reports indicating that morphine may act through a variety of
interrelated mechanisms to modulate the production of (or cellular response to) reactive
nitrogen products. Acute morphine exposure can protect astrocytes or SH-SY5Y
neuroblastoma cells against peroxynitrite-induced insults (Kanesaki et al., 1999; Kim et al.,
2001), while chronic morphine exposure increases the production of tyrosine-nitrated
proteins in antinociceptive circuits associated with the spinal cord (Muscoli et al., 2007).
Although morphine preferentially activates p opioid receptors, it can also activate & and «
receptors at high concentrations. Similarly, because naltrexone is a broad-acting opioid
receptor antagonist, its use does not discern whether p1 opioid receptors are specifically
involved. While it is likely that morphine is acting preferentially via p opioid receptors at the
dosages used (5 mg/day), this assumption needs to be confirmed using highly selective p;
agonists and antagonists. Nevertheless, the effects of morphine were completely antagonized
by naltrexone, supporting a critical role for opioid receptors in the biological effects of
morphine. Collectively, these data suggest that opiate abuse could further the progression of
neuroAIDS by inducing early and significant inflammatory changes in brain-resident glial
cells. Furthermore, these data also lend support to prior studies indicating that HI\V-1 Tat has
an intrinsic ability to elicit an inflammatory reaction and contribute to the pathology of
HIVE (Bruce-Keller et al., 2003; Eugenin et al., 2005; King et al., 2006; El-Hage et al.,
2006b), further indicating that Tat per se could contribute to the pathogenesis of neuroAIDS.

Synergistic increases in the proportion of NT-3 positive macrophages/microglia and cleaved
caspase-3 positive neurons suggest that the response of the HIV infected CNS to opioids is
rapid and highly coordinated among glia and neurons. Acute increases in the proportion of
reactive astroglia with morphine exposure alone and in combination with Tat induction
support the hypothesis that astrocytes contribute meaningfully to opioid-induced
exacerbation of HIVE (El-Hage et al., 2005; El-Hage et al., 2006b). Recent evidence
suggests that GFAP expression may be limited to a subset of “reactive” astrocytes (Cahoy et
al., 2008), which may increase with trauma or inflammatory diseases such as HIV.
Interestingly, previous studies showed that morphine by itself causes reactive hypertrophy
and GFAP immunoreactivity in p opioid receptor expressing astrocytes isolated in vitro
(Stiene-Martin et al., 1993; Hauser et al., 1996), without affecting survival (Gurwell and
Hauser, 1993). Especially when considering the rapidity of the response, the proportional
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increase in the number of astrocytes noted in the present study likely reflects increased
GFAP expression and cellular hypertrophy within existing populations of astrocytes.

A careful analysis of these data suggests that the astroglial response may be a more sensitive
index of Tat expression than the response of macrophages/microglia. While HIV-1 infection
of astrocytes is not thought to contribute heavily to CNS viral titers, astroglia are highly
sensitive to the effects of HIV (Avgeropoulos et al., 1998; Kramer-Hammerle et al., 2005),
and alterations in their phenotype are frequent early findings in patients with HIV infection
(Navia et al., 1986; Petito and Roberts, 1995). Likewise, astrogliosis is evident in rodents
injected with Tat or in SCID mice inoculated with HIV-1-infected monocytes intracranially
(Tyor et al., 1993; Persidsky et al., 1996; Bansal et al., 2000). Thus, it was not surprising
that the number of GFAP immunoreactive astroglia in Tat(+) mice was increased after only
48 hours of Tat induction. Furthermore, unlike the response of macrophages/microglia,
moderate but significant increases in GFAP immunoreactivity were evident in untreated
Tat(+) mice as compared to untreated Tat(—) mice, likely in response to “leaky” activation
of the TRE promoter (Baron and Bujard, 2000; Zhu et al., 2001).

Morphine administration in the absence of Tat expression increased the proportion of
GFAP-immunoreactive astrocytes to a lesser, although statistically significant, extent. These
data suggest that Tat and morphine can act independently, as well as synergistically, to
induce reactive increases in GFAP expression in striatal astrocytes. In support of these
independent effects, reactive astrocytic changes have been noted in the brains of heroin
addicts in the absence of HIV infection (Gosztonyi et al., 1993; Anderson et al., 2003;
Hauser et al., 2005), and intrastriatal Tat infusion increased the reactivity of both p opioid
and non-p-opioid receptor immunoreactive subpopulations of astrocytes in vivo (El-Hage et
al., 2006b). Reports from our labs have as well demonstrated other incidences of synergy, in
that opiates and HIV-1 Tat cause synergistic increases in intracellular calcium that are
accompanied by increased chemokine release in cultured astroglia (Hauser et al., 1996;
Haughey et al., 1999; El-Hage et al., 2005).

The results also demonstrate that combined Tat and morphine exposure evoke significant
increases in the proportion of F4/80 and Mac-1-immunoreactive macrophages/microglia
within the brain after only 48 hrs. Such increased levels of microglial/macrophage activation
could set the stage for significant clinical declines if exposure conditions were to become
chronic, as is the case with HIV-infected drug abusers. Brain macrophages/microglia are
thought to contribute to neuroAIDS through a variety of mechanisms, including by serving
as viral reservoirs and sites of HIV-1 replication, as well as sources of neurotoxic cytokines
and pro-oxidants (reviewed in (Kramer-Hammerle et al., 2005). Emerging evidence suggests
that opiates can affect many key aspects of the macrophage/microglia response to HIV-1.
For example, p-opioid receptor agonists increase HIV replication in monocytes and
microglial cells (Peterson et al., 1990; Carr and Serou, 1995; Peterson et al., 1999; Li et al.,
2002). Narcotics may also affect the intrinsic cytokine and reactive/oxidative response of
macrophage/microglia to innate microbial insults (Wetzel et al., 2000; Rahim et al., 2003;
Wang et al., 2005; Qin et al., 2005). Indeed, data in this manuscript indicate that the
proportion of 3-NT-positive Mac-1 positive cells was increased by morphine alone, with a
trend toward further increases in 3-NT when Tat induction and morphine are combined.
Together, proportional increases in macrophage/microglial numbers combined with marked
increases in 3-NT activity in individual cells suggest that morphine potentiates macrophage/
microglial reactivity and neurotoxic oxidative stress, especially in the context of elevated
Tat viral protein. These findings in inducible Tat transgenic mice are in agreement with an
earlier study in which morphine was found to exacerbate the effects of intrastriatal Tat
injection on F4/80*, macrophage/microglial numbers, seemingly through morphine-induced
increases in CCL2 (El-Hage et al., 2006a; El-Hage et al., 2006b). CCL2, a major chemokine
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signaling macrophage recruitment and microglial activation, is an extremely reliable
biomarker for cognitive decline with HIV or simian immunodeficiency viral models of
neuroAIDS (Sevigny et al., 2004; Mankowski et al., 2004; Chang et al., 2004). The present
study also agrees with clinical findings of elevated macrophages in patients with a history of
combined drug abuse and HIV (Bell et al., 2002), which may involve increased turnover of
perivascular macrophages (Anthony et al., 2005).

The demonstration that opiates can increase macrophage/microglia reactivity is significant
because the presence of activated macrophages is highly correlated with the incidence and
severity of HIV dementia (Tyor et al., 1995; Glass et al., 1995; Patton et al., 1996; Gray et
al., 2001; Anderson et al., 2003). While mechanisms leading to widespread glial activation
in HIV-1 brains are not understood, there is ample evidence supporting an important role for
the Tat viral protein in neuroAIDS (reviewed in King et al., 2006). However, existing
animal models available to assess the role of Tat in specific brain responses have relied
mainly on direct stereotaxic Tat administration (Bansal et al., 2000; Bruce-Keller et al.,
2003; Pu et al., 2003; El-Hage et al., 2006a; El-Hage et al., 2006b). Injection creates an
artificial Tat gradient and causes significant damage to the blood-brain-barrier and brain
parenchyma, and therefore may not be optimal for measures of glial and macrophage
responses. Nonetheless, the data in this manuscript are generally supportive of those
stereotaxic injection studies. The phenotype of the mice described in the present manuscript
is much less severe than that described in a previous report using a similar, but not identical,
system of Tat induction in transgenic mice (Kim et al., 2003). In that study, a murine GFAP
promoter was used to drive DOX-inducible, brain-specific Tat expression, reportedly
resulting in highly significant behavioral and histopathological consequences, including
motor disturbances, cognitive deficits, seizures, and premature death (Kim et al., 2003).
Additional reported histological consequences of Tat expression included brain edema,
astrocytosis, neuronal apoptosis and neurite degeneration, and infiltration of peripheral
immune cells (Kim et al., 2003). The mice described in our manuscript have a much less
severe phenotype, and there are several key differences in the lines that might account for
this dissimilarity. These include the use of a human GFAP promoter in our line, the
relatively early time point (2 days) chosen for study, and the relatively high gene copy
number (up to 10 copies) used in the previous study.

Increased expression of active caspase-3 has been previously shown in neurons exposed to
Tat (Kruman et al., 1998; Kruman and Mattson, 1999; James et al., 1999; Bonavia et al.,
2001; Singh et al., 2004), and we observed a similar increase in striatal neurons in the Tat
transgenic mice after 2 days of DOX and/or morphine. However, corresponding increases in
TUNEL labeling were not observed in the same mice. Since we considered that cell death,
and hence TUNEL labeling, might require a longer exposure to Tat and/or morphine we
treated another group of mice for a ten day period, with identical results. We do not believe
that the lack of significance in neuronal TUNEL staining reflects inadequate sampling
because we have detected slight, but significant, differences in TUNEL staining within the
oligodendrocyte population in these same animals at only 2 days of exposure (Hauser et al,
in review). We cannot exclude the possibility that prolonged periods of Tat and/or morphine
exposure would eventually lead to increased TUNEL in neurons. However, our present data
lead us to conclude that 10 days of Tat induction and/or morphine treatment did not result in
neuron death, at least as indicated by TUNEL labeling, in this model. The active caspase-3
observed within neurons may reflect one of several non-lethal functions for caspase-3 that
have been proposed, including synaptic culling or dendritic pruning (e.g., synaptic
apoptosis) associated with remodeling during development, or after cellular injury (Oomman
et al., 2004; Yang et al., 2004; Garrido and Kroemer, 2004; Launay et al., 2005). We noted
caspase-3 increases in Tat(+) mice that had never received DOX, and took this as an
indication of low, constitutive levels of promoter activity. Assuming that the promoter is
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“leaky” throughout life, we might expect chronic Tat production and the resulting caspase-3
activity to cause dramatic neuronal losses and overt behavioral changes. These were not
apparent in our mice. Based on these considerations, we speculate that Tat-induced
caspase-3 activity may be causing non-lethal neuron injury. Although additional studies are
needed to confirm or deny this suggestion, elevations in caspase and reductions in dendritic
complexity and synapses have been reported in HIV associated dementia, while neuronal
apoptosis is not always apparent (Sa et al., 2004; Bellizzi et al., 2005) or may only
accompany severe or end-stage dementia (Everall et al., 1999; Bellizzi et al., 2006). If cell
death in response to caspase-3 depends on total enzyme activity within a cell, the caspase-3
activity that we detected may be below the threshold required to initiate neuron death. This
is impossible to determine based on immunocytochemistry.

It is noteworthy that opiates potentiated increases in cleaved caspase-3 in Tat(+) mice in the
presence of DOX, but not in its absence, despite evidence that the Tat transgene was “leaky”
and elevated caspase-3 was present in untreated Tat(+) mice. This suggests that a threshold
for Tat action (perhaps dependent on concentration or duration of Tat exposure) must be
attained before combined opiate and Tat-interactive effects are apparent. As noted above,
Tat can affect multiple targets in the CNS, and Tat may independently trigger each in a
dose-dependent or time-dependent manner. Opiates may interact with some of the events
and not with others.

In conclusion, data in this manuscript support the theory that Tat, as a significant component
of HIV-1, could contribute per se to the pathological response of astroglia and microglia to
HIV infection in the brain. Data show that morphine acts synergistically with Tat to increase
the pathological responses of astroglia and microglia, reinforcing the notion that chronic
opiate exposure is a major co-morbid factor in neuroAIDS. The glial response to combined
morphine/Tat induction occurs rapidly, within 2 days, suggesting that even moderate or
short-term doses of opiates could sensitize the brain to the future development of
neuroAIDS.
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Figure 1. Regional specificity of inducible Tat expression

RT-PCR was used to examine Tat transgene expression in adult Tat(+) and Tat(-)
transgenic mice after 2 days of DOX administration. Images depict the presence or absence
of Tat mMRNA (220 bp) in samples derived from specific brain regions (cortex, striatum,
hippocampus) as well as peripheral tissue (earclip) from three Tat(+) and two Tat(—) mice.
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Figure 2. Astroglial responses to morphine and the inducible Tat transgene

The proportion of Hoechst-stained striatal cells that were glial fibrillary acidic protein
(GFAP) immunoreactive at 2 days following Tat induction was assessed in untreated Tat(—)
mice (A), untreated Tat(+) mice (B), Tat(+) mice treated with DOX alone (C), and Tat(+)
mice treated with combined DOX and morphine (Morph) after 2 days exposure (D, scale bar
=20 pum). The proportion of GFAP immunoreactive astrocytes in the striata of untreated
Tat(+) mice was significantly increased compared to Tat(—) mice irrespective of DOX and
morphine treatment [*P < 0.01 Tat(+) vs. Tat(—) mice]. Morphine administration
significantly increased the proportion of astrocytes in both Tat(—) and Tat(+) mice (*P <
0.05). Tat induction by DOX further increased the proportion of GFAP astroglia compared
to Tat+ mice without DOX [3P < 0.05 vs. similarly treated Tat(+) mice without DOX].
Morphine-induced increases in GFAP immunoreactivity in DOX treated Tat(+) mice were
reversed by co-administering naltrexone (NTX) (*P < 0.05). Data represent the mean + SEM
of 5-6 mice/group.
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Figure 3. Microglial responses to morphine and the inducible Tat transgene

In combination, morphine (Morph) exposure and Tat induction significantly increased the
proportion of F4/80 (A) or Mac-1 (B) immunoreactive macrophages/microglia after 2 days
[3P < 0.001 vs. DOX and Morph treated Tat(—) mice; *P < 0.001 vs. DOX treated Tat(+)
mice without Morph], while neither Tat induction nor Morph alone had any effect.
Morphine-induced increases in F4/80 and Mac-1 immunoreactivity in DOX treated Tat(+)
mice were reversed by co-administering naltrexone (NTX) (*P < 0.05). Data represent the
mean + SEM of 5-6 mice/group.
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Figure 4. 3-NT-positive microglia following morphine treatment in inducible Tat transgenic mice
Mac-1 and 3-NT immunoreactivity were co-localized (arrows) in Hoechst-stained striatum
in all groups and shown here for untreated control Tat(+) mice (A) and Tat(+) mice treated
with combined doxycycline (DOX) and morphine (Morph) (B) (scale bars = 10 um;
orthogonal views showing co-localization of 3-NT and Macl immunoreactivity in xz and yz
planes are included). (C) Morphine exposure alone (*P < 0.05 vs. similar conditions without
Morph) or combined morphine plus Tat induction (3P < 0.001 vs. DOX and Morph treated
Tat(—) mice) significantly increased the proportion of 3-NT positive macrophages/microglia
after 2 days. Morphine-induced increases in 3-NT immunoreactivity in DOX treated Tat(+)
mice were reversed by co-administering naltrexone (NTX) (*P < 0.05). Data represent the
mean + SEM of 5-6 mice/group.
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Figure 5. Effects of Tat induction and morphine exposure on active caspase-3-immunoreactivity
in striatal neurons

Although active caspase-3 and NeuN immunofluorescence could be co-localized in some
neurons (arrows) in Tat(—) mice receiving placebo implants and normal feed (A), such cells
appear to be increased in all Tat(+) groups (B). Significant increases in the proportion of
cleaved caspase-3 were seen in (1) untreated Tat(+) mice [¥P < 0.02 vs. untreated Tat(—)
mice]; (2) Tat(+) receiving doxycycline (DOX) [3P < 0.001 vs. Tat(—) mice with DOX]; or
(3) with combined morphine (Morph) and DOX treatment [*P < 0.05 vs. DOX treated
Tat(+) mice without morphine] (C). Morphine-induced increases in cleaved caspase-3
immunoreactivity in DOX treated Tat(+) mice were antagonized by co-administering

Glia. Author manuscript; available in PMC 2009 October 1.



1duasnuey Joyiny vd-HIN 1duasnuey Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Bruce-Keller et al.

Page 22

naltrexone (NTX) (*P < 0.05) (C). Data represent the mean + SEM of 5-6 mice/group. Scale
bar in A =10 um (A-B are equal magnification).
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Figure 6. Effects of Tat induction and morphine exposure on TUNEL reactivity in striatal
neurons

Tissues from the same mice analyzed for caspase-3 immunostaining after 2 days of
treatment (Fig. 5) were analyzed for TUNEL labeling (A). Additional mice were analyzed
after 10 days of treatment (B). TUNEL reactivity was rarely detected in NeuN
immunoreactive neurons in the striatum of Tat transgenic mice, irrespective of DOX or
Morph exposure (A), although an occasional TUNEL positive neuron was seen in Tat(+)
mice receiving DOX, or combined DOX and Morph (B). Some TUNEL-positive cells that
were not NeuN+ were present in all tissues, and likely represent dying glia (*). The
proportion of TUNEL-reactive neurons was unaffected by the Tat transgene or by treatments
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with DOX and/or Morph following either 2 days (C), or 10 days (D) of exposure. Data
represent the mean + SEM of 5-6 mice/group. Scale bars in A and B = 10 pm.
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