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A novel action of minocycline: Inhibition of human
immunodeficiency virus type 1 infection in microglia
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Human immunodeficiency virus type 1 (HIV-1) infection of the brain produces a
characteristic disease called acquired immunodeficiency syndrome (AIDS) de-
mentia in which productive infection and inflammatory activation of microglia
and macrophages play a central role. In this report, the authors demonstrate
that minocycline (MC), a second-generation tetracycline with proven safety
and penetration to the central nervous system, potently inhibited viral pro-
duction from microglia. Inhibition of viral release was sustained through the
entire course of infection and even when the drug exposure was limited to
the first day of infection. Minocycline was effective even at low viral doses,
and against R5- and X4R5-HIV, as well as in single-cycle reporter virus as-
says. Electrophoretic mobility shift analysis showed that minocycline inhib-
ited nuclear factor (NF)-κB activation in microglia. HIV-1 long terminal repeat
(LTR)-promoter activity in U38 cells was also inhibited. These results, com-
bined with recently demonstrated in vivo anti-inflammatory effects of MC on
microglia, suggest a potential utility for MC as an effective adjunct therapy for
AIDS dementia. Journal of NeuroVirology (2004) 10, 284–292.

Keywords: brain; dementia; HIV; inflammation; microglia; NF-κB; tetracycline

Introduction

Human immunodeficiency virus type 1 (HIV-1) in-
fects the central nervous system (CNS) in a significant
number of patients and produces a characteristic
clinical and pathological entity termed the acquired
immunodeficiency syndrome (AIDS) dementia/
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HIV-1 encephalitis (Navia et al, 1986; Lipton and
Gendelman, 1995; Kolson et al, 1998). Macrophages
(monocyte-derived) and microglia (resident brain
macrophages) play a central role in AIDS demen-
tia as they are the primary targets of productive
infection in the brain (Dickson et al, 1993; Gonzalez-
Scarano and Baltuch, 1999; Cosenza et al, 2002). In
addition, infected and uninfected microglia show
diffuse immune activation, which may underlie
neural damage in AIDS dementia (Glass et al, 1995;
Merrill et al, 1992; Tyor et al, 1992; Andersson et al,
1992; Lipton, 1998). Therefore, treatment aimed at
disabling microglial activation may possibly alter
the progression of AIDS dementia. Ideal therapeutic
agents for AIDS dementia would attenuate both viral
replication and immune activation of glia. Evidence
suggests that even with highly active antiretroviral
therapy (HAART) therapy, HIV-1 is not eradicated
and that infected macrophages, such as those within
the CNS, may serve as a viral reservoir (Sharkey
et al, 2000). Thus, additional antiviral agents that
can penetrate the CNS would be of significant value.

Tetracyclines (TCs) are a class of broad-spectrum
antibiotics. The TC derivatives minocycline (MC)
and doxycycline (DC) have been demonstrated to
exert anti-inflammatory effect independent of their
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antimicrobial activity (Golub et al, 1983; Gabler and
Creamer, 1991; Tamargo et al, 1991; Amin et al, 1996).
Recently it has been demonstrated that they have neu-
roprotective roles in animal models of various neuro-
logical diseases. After experimental ischemia, tetra-
cyclines decrease infarct size and neuronal death by
reducing ischemia-induced microglial activation and
subsequent expression of proinflammatory mediators
such as inducible nitric oxide synthase and caspase-1
(Yrjanheikki et al, 1999). In a transgenic mouse model
of Huntington’s disease, MC also inhibits caspase-1
and caspase-3 expression and delays disease progres-
sion (Chen et al, 2000), and its potential therapeutic
value in experimental Parkinson’s disease has also
been presented (Du et al, 2001). More recently, MC
treatment has also been shown to inhibit or delay ex-
perimental autoimmune encephalomyelitis, an ani-
mal model of multiple sclerosis (Popovic et al, 2002;
Brundula et al, 2002). MC promotes the survival
of transplanted oligodendroglial progenitor cells by
suppressing microglial activation (Zhang et al, 2003),
and furthermore, reverses impaired adult neurogen-
esis during inflammation by suppressing microglial
activation (Ekdahl et al, 2003). As microglia and their
cellular products play an important role in HIV-1 in-
fection in the CNS and the pathogenesis of AIDS de-
mentia, we evaluated the effect of MC on HIV-1 in-
fection of human fetal microglia. We report here that
MC suppresses viral production from microglia and
astrocytes through diverse mechanisms. The results
presented here argue for a potential use for MC in the
therapy of HIV infection.

Results

Minocycline inhibits HIV-1 production in microglia
We determined the effect of MC at concentrations
of 3 to 30 μg/ml, chosen based on previous reports
on experimental animal systems, in HIV-exposed mi-
croglial cultures. The inhibitory effect of MC on HIV-1
p24 production was observed in more than 20 sep-
arate experiments. A representative experiment is
shown in Figure 1. MC inhibited p24 production

Figure 1 MC inhibits HIV-1 infection in microglia. Human fetal
microglia were exposed to 2000 TCID50HIV-1ADA with and with-
out MC or TC at indicated concentrations. HIV-1 p24 levels in the
culture supernatants were determined by ELISA. MC but not TC
inhibited p24 release at concentrations tested. Mean ± SD from
triplicate wells. MC effect was repeated in more than 20, and TC
effect in 4, separate experiments using cells from different brains.
∗ P < 0.05 versus no drug.

Figure 2 MC inhibits multinucleated giant cell (MGC) forma-
tion and intracellular p24 expression. Microglial cultures were ex-
posed to HIV-1ADA in the absence (A) or presence of TC (B) or MC
(C) at 30 μg/ml, and then examined for MGC formation and p24
expression by immunocytochemistry at day. Formation of MGC
(arrows) and p24 immunoreactivity are greatly reduced by MC.
Magnification: ×400. Note that due to lack of syncytia formation,
microglial cells in MC-treated cultures remain small.

in a dose-dependent manner, with IC50 at approxi-
mately 20 μg/ml. The degree of inhibition at 30 μg/ml
of MC (screening dose) ranged from 71% to 96%
(not shown). In contrast,TC failed to show an ef-
fect at 30 μg/ml. Formation of multinucleated giant
cells (MGCs) and expression of intracellular HIV-1
p24 antigen were also inhibited by MC but not TC
(Figure 2 and Table 1). In MC-treated cultures, mi-
croglial cells were prevented from forming syncytia
but remained healthy in morphology (Figure 2). The
highest concentration of the vehicle alone (0.3 mM
HCl) did not affect HIV-1 replication in microglia (not
shown).

Effect of minocycline on microglial cell survival
and metabolism
We determined whether MC affected microglial
cell survival, proliferation, or metabolism. We
show that MC (up to 30 μg/ml) was not toxic
to microglia, as judged by morphology, lactate
dehy-drogenase (LDH), and 3-4,5-dimethylthiazol-
2-yl-2,5-diphenyltetrazolium bromide (MTT) assay
(Table 2). Microglia do not proliferate under the
standard culture conditions (used for this study), but
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Table 1 Inhibition of microglial MGC formation by MC

Cell treatment Number of MGCsa

HIV-1 alone 492.2 ± 89.8
HIV-1 + 3 μg/ml MC 410.7 ± 61.5
HIV-1 + 10 μg/ml MC 231.3 ± 8.3∗

HIV-1 + 30 μg/ml MC 46.25 ± 7.3∗

aThe number of multinucleated giant cells was used as an index of
HIV-1–induced microglial syncytia formation and was calculated
by counting the total number of nuclei within the multinucleated
giant cells (MCGs) per well (see Figure 2, for example). Microglial
cultures in triplicate were infected with HIV-1ADA for 14 days, and
then immunostained for HIV-1 p24 as described. The results are
mean ± SD from triplicate and represent one out of three experi-
ments with similar results. ∗ P < .05 by Student’s t test.

do proliferate following granulocyte-macrophage
colony-stimulating factor (GM-CSF) treatment
(Scholzen and Gerdes, 2000; Lee et al, 1994); MC
suppressed microglial proliferation induced by GM-
CSF, as determined by Ki-67 labeling (Q Si and SC
Lee, unpublished data). MC did not change the total
protein content in either microglia or astrocyte cul-
tures (not shown). Together, these data exclude toxic
or antimetabolic effect as the basis for MC-mediated
antiviral activity described in this report.

MC inhibits HIV production in microglia: kinetics,
effect of input viral concentrations and viral strains
Because microglia can sustain viral infection for
weeks in vitro, we examined the kinetics of the MC
effect by weekly examination of the p24 levels. In
addition, we determined the minimum MC exposure
time required for inhibition of viral production. As
shown in Figure 3A, the inhibition of p24 produc-
tion by MC observed during the first week was sus-
tained for 3 weeks (shown as cumulative p24 value
in each well). Interestingly, wash-out experiments
showed that exposure to MC for only 1 day was as
effective as exposure for 7 or 21 days. To determine
the effect of MC on productively infected cells, we
also tested MC at variable times after HIV-1 expo-
sure (Figure 3B). Interestingly, MC was not effective
if added after day 1 (see Discussion). We next deter-
mined whether MC could inhibit infection induced

Table 2 LDH efflux and MTT assay following MC treatment

MC
(μg/ml)

0–7 days
(LDH OD490)

0–7 days
(MTT OD570)

7–14 days
(LDH OD490)

0 (control) 0.21 ± 0.006 1.5 ± 0.07 0.18 ± 0.002
3 0.23 ± 0.017 1.6 ± 0.08 0.19 ± 0.004

10 0.20 ± 0.015 1.5 ± 0.11 0.18 ± 0.003
30 0.21 ± 0.013 1.6 ± 0.12 0.19 ± 0.01

Note. Microglia in complete medium containing 5% FCS were
treated with indicated doses of MC for indicated time periods and
the LDH and MTT assays were performed using the culture super-
natants and cell lysates, respectively. Mean ± SD from triplicate
samples. There were no statistically significant changes in either
in MC-treated cultures (P > .05 versus control).

Figure 3 (A) Time–dependent effect of MC on HIV-1 infection in
microglia. Microglia infected with HIV-1ADA were exposed to MC
at 30 μg/ml for varying time intervals as indicated in the figure.
Weekly determination of p24 concentrations showed that exposure
to MC for the first 24 h was sufficient for its HIV-inhibitory effect.
P24 levels (shown as cumulative values in each well) are signifi-
cantly different from control (HIV-1) at all time points (P < .05).
(B) Wash-out experiment: Cultures were treated as in (A) except
that MC exposure time varied from 0–14 to 1–14 to 7–14 days.
(C) Effect of viral concentration: Microglial cultures were treated
with different amounts of input virus (ADA). Data show that MC
is effective in inhibiting p24 release at all concentrations. (D) MC
inhibits microglial infection by various HIV isolates. In addition
to ADA, MC also inhibits BaL and 89.6. Data are Mean ± SD in all.
∗ P < .05 versus no MC. Results (A–D) are representative of three
independent experiments with similar results.

by low viral dose. Serial dilution of the input virus
resulted in the reduction of the output p24 levels, but
MC inhibited p24 production in all viral input doses
(Figure 3C). We also examined additional strains of
HIV-1, including another R5-tropic virus (BaL) and a
dual-tropic (R5X4) virus (89.6). BaL produced high
and 89.6 produced much lower p24 in microglia as
expected, but MC potently inhibited p24 production
in all (Figure 3D).

MC inhibits glial infection by replication-defective
reporter HIV-1
To further delineate the specific steps of viral life cy-
cle affected by MC, we tested MC in single-cycle HIV
infection using replication-defective reporter viruses
(Deng et al, 1996; He et al, 1997; Dragic et al, 1996;
Albright et al, 1999). HIV-1 env (JR-FL) and non-
HIV-1 env (VSV-G or AML-V) enter the cells via the
CD4/CCR5 and endocytic pathway, respectively. As
shown in Figure 4, MC inhibited luciferase expres-
sion in microglia infected with HIV-1JR-FL pseudo-
type (range 80% to 100%; data not shown), and to
a lesser degree when infected by VSV-G or AML-V
env viruses (∼40% to 50%; Figure 4B, C). These re-
sults suggest that MC inhibits HIV-1 production by
suppressing the intracellular step(s) of the viral cy-
cle, and possibly the entry step as well (see Discus-
sion). Because astrocytes can be efficiently infected
with VSV-G env-HIV-1 (Canki et al, 2001), we also
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Figure 4 Effect of MC on single-cycle HIV-1 infection in microglia
and astrocytes. Microglia were infected with reporter viruses
(NL4.3-luc-R−E− pseudotyped with HIV-1JR−FL, VSV-G, or AML-V
env) in the presence or absence of MC (A–C). Astrocytes were in-
fected by VSV-G env–pseudotyped virus (D). Luciferase activity in
the cell lysates was determined as a measure of viral infection and
expressed as RLU per μg of total protein. MC inhibited luciferase
expression in all (∗ P < .05). Mean ± SD.

examined the MC effect on astrocytes. The results
show that HIV replication in astrocytes is also inhib-
ited (∼50%) by MC (Figure 4D). These results are in
keeping with those obtained in microglia and demon-
strate that MC blocks HIV-1 replication by inhibiting
viral life stage(s) after the entry. Suppression of HIV-1
production in both cell types is encouraging and sug-
gests that MC could inhibit HIV-1 expression in the
CNS regardless of the cell type infected.

MC’s effects on long terminal repeat (LTR) activity
MC effect was monitored in U38 cells, a cell line
stably transfected with the HIV LTR-CAT reporter
construct (Felber and Pavlakis, 1988). The transcrip-
tional activation of the LTR, determined by the
reporter gene expression (chloramphenicol acetyl
transferase, CAT) was dose-dependently reduced by
MC (Figure 5). There was no significant change in
total protein content of the U38 cells following treat-
ment with MC at 3 or 10 μg/ml (99 ± 7, 119 ± 8, 91 ±
13, at 0, 3, and 10 μg/ml of MC, respectively).

MC inhibits nuclear factor (NF)-κB activation
induced by HIV-1
U38 cell data demonstrated that MC directly inhibits
the HIV-1 LTR transcriptional activation. HIV-1 LTR
contains two copies of κB sites within the enhancer

Figure 5 MC effect on LTR transactivation: Monolayers of U38
cells stably transfected with a LTR-CAT reporter construct were
treated with PMA (10 nM) in the presence of MC or TC. CAT ac-
tivity was determined 48 h later. ∗ P < .05 versus PMA alone.

region and NF-κB has been shown to play an impor-
tant role in HIV replication (Rabson and Lin, 2000).
We therefore determined NF-κB nuclear binding ac-
tivity in microglial cells by gel shift analysis. Mi-
croglial cells were exposed to HIV-1 with and with-
out MC, and then nuclei were harvested at 0 h, 1 h,
3 h, 1 day, 3 days, and 7 days after viral exposure. As
shown in Figure 6, NF-κB:DNA complex formation
was induced following HIV-1 infection beginning at
1 h and reaching maximum at 1 day. Supershift analy-
sis with the subunit specific antibodies demonstrated
that both the p65/p50 heterodimers (top band) as
well as the p50 homodimers (bottom band) were
induced following HIV-1 infection of microglia.
Treatment of microglia with MC reduced the amounts

Figure 6 MC suppresses HIV-1-induced NF-κB activation in mi-
croglia. (A) EMSA was performed with microglial cell nuclear ex-
tracts using an oligonucleotide consensus sequence specific for
NF-κB, as described in Materials and Methods. MC at 30 μg/ml
was added simultaneously with HIV-1 and nuclear extracts were
harvested at time points indicated. NF-κB activation occurred in
microglia following HIV-1 exposure in a time-dependent manner
(0 h = control) and MC inhibited NF-κB activation. Excess spe-
cific (SC) and nonspecific (NS) unlabeled oligonucleotides were
used to compete out binding. Two NF-κB bands are present in
HIV-1–infected microglia. (B) Supershift analysis with the NF-
κB subunit–specific antibodies (p65, p50, or control IgG) demon-
strates that the top band consists of the p65/p50 heterodimers and
the bottom band consists of the p50 homodimers. Identical results
were obtained in two separate experiments.
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of both complexes at 1 day. At 3 and 7 days after HIV-
1 exposure, NF-κB induction was reduced compared
to 1 day and MC appeared to slightly increase the
NF-κB complexes, particularly the p50 homodimers
(see 3 days, for example). These results show that
one of the mechanisms of MC-induced suppression
of microglial activation and viral production might
be through inhibition of NF-κB activation; however,
MC may not have universal inhibitory effects on all
NF-κB subunits (see Discussion).

Discussion

In this report, we document a novel anti–HIV-1 ef-
fect of MC in microglia. MC is a semisynthetic,
long-acting, second-generation TC that exerts anti-
inflammatory effects that are completely separate
from its antimicrobial activity. The drug is clini-
cally well tolerated and is known to penetrate the
blood-brain barrier efficiently. MC’s reported anti-
inflammatory effects include down-regulation of ni-
tric oxide, cyclooxygenase (COX)-2, matrix metallo-
proteinases, and superoxide formation, making it a
potential candidate drug for treatment of inflamma-
tory, degenerative, vascular, traumatic, and neoplas-
tic diseases (Gabler and Creamer, 1991; Tamargo et al,
1991; Amin et al, 1996; Yrjanheikki et al, 1999; Teng
et al, 2004; Chen et al, 2000). To our knowledge, we
are the first to report an antiviral effect of MC.

In our experiments, MC at 3 to 30 μg/ml range
showed an anti-HIV effect in microglia. Although MC
inhibited proliferation of rat microglia (Tikka et al,
2001), human fetal microglia do not proliferate under
our tissue culture conditions (Lee et al, 1992, 1994; Si
et al, 2002), therefore the anti-HIV effects cannot be
attributed to reported inhibition of proliferation. We
observe, however, when we induce microglial pro-
liferation with GM-CSF (Lee et al, 1994), MC treat-
ment suppresses microglial proliferation (Si and Lee,
unpublished data), in keeping with the reported an-
tiproliferative effect of MC on rodent microglial cells.
In the current study, we measured microglial cell
number and viability employing several methods and
found no evidence that MC caused cell toxicity. The
concentrations of TC and TC derivatives that are re-
ported to show immunomodulatory activity in vitro
range from low (3 to 5 μg/ml) to high (500 μg/ml),
with most studies reporting effects at approximately
the 10 to 50-μg/ml range. Therefore, microglial cell
response reported here is consistent with the previ-
ously documented effects of MC (Tikka et al, 2001;
Brundula et al, 2002).

It is interesting that among several TC compounds,
MC has been most extensively tested and has con-
sistently shown antimicroglial and immune modu-
latory activities. We find that in contrast to MC, the
same concentration of TC has no anti-HIV effect. TC
compounds are reported to have different potency
in part because of the differences in lipid solubility
(Barza et al, 1975). These results collectively suggest

that MC may be the most active TC compound. Clin-
ically, oral administration of MC 100 mg twice a day
results in serum concentration of 2 to 5 μg/ml within
1 to 4 h in humans (www.wyeth.com/products). Be-
cause of the lipophilic property, tissue concentra-
tion of MC may exceed serum concentration. Animal
studies have demonstrated that high concentrations
of MC are well tolerated and produce amelioration of
several experimental CNS diseases (Yrjanheikki et al,
1999; Chen et al, 2000; Brundula et al, 2002). Fur-
thermore, clinical trials of MC have shown promis-
ing results for rheumatoid arthritis (Langevitz et al,
2000). Therefore, it is conceivable that effective an-
tiviral concentrations of MC may be achieved in vivo
without causing significant side effects.

Our observation may have implications for
the pathogenesis of HIV infection/AIDS. Infected
macrophages and microglia could serve as the viral
reservoirs in individuals with HAART (Sonza et al,
2001; Lambotte et al, 2000; Dickson et al, 1994;
Budka, 1990). There is also mounting evidence
that supports that HIV-1–infected macrophages
control T-cell activation, infection, and survival
(Stevenson and Gendelman, 1994; Sharkey et al,
2000; Swingler et al, 1999; Mahlknecht and Her-
bein, 2001; Mahlknecht et al, 2000), indicating that
macrophages play a central role in the pathogenesis
of HIV infection. We show that MC is effective in re-
ducing viral production from chronically infected U1
cells, a model of latent infection (not shown), as well
as in microglia, suggesting that MC would be effective
against both acute infection as well as reactivation of
latent infection. We show that MC inhibited viral pro-
duction even at low input viral concentrations, sug-
gesting its efficacy in individuals with low viral load,
such as in post-HAART individuals. We show that
MC was effective against a broad range of HIV-1, in-
cluding R5, R5X4, and X4 viral pseudotypes (pNL4.3)
bearing R5 HIV-, VSV-G-, or AML-V-env. These re-
sults suggest that MC could inhibit HIV production in
multiple settings, against a variety of HIV strains, and
against cells infected via HIV receptor/coreceptor-
dependent or -independent manner.

We show that MC inhibited HIV expression in
astrocytes infected with VSV-G–pseudotyped virus.
Although astrocytes are generally resistant to HIV-1
infection compared to microglia, a low level “restric-
tive” infection has been shown to occur in vivo and
in vitro that results in transcription and expression
of the early regulatory viral proteins (Tornatore et al,
1994; Takahashi et al, 1996). Furthermore, as shown
by Canki et al (2001) and by this study, human astro-
cytes sustain high levels of HIV-1 infection in vitro if
viruses are introduced via VSV-G env. These results
support that astrocytes do not have the intracellu-
lar block to HIV replication, and the major block to
wild-type HIV-1 infection is probably at the en-
try/fusion stage. Regardless, our astrocyte data sup-
port that MC can block intracellular step(s) of viral
cycle. The ability of MC to suppress HIV-1 infection
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in a broad range of cell types offers a therapeutic
advantage.

Several aspects of our results are intriguing and
need further explanation. In spreading infection of
microglial cells, the kinetics of drug exposure relative
to HIV inoculation show that MC exerts its inhibition
early during the course of infection. Pretreatment of
microglia with MC confers no further advantage (not
shown), whereas MC added 1 day after HIV inocu-
lation showed little or no effect. Because these data
point to inhibition during early HIV-1 life cycle, we
tested whether MC inhibits HIV-1 binding: (1) We
first examined whether MC can alter gp120 bind-
ing to CCR5 in an artificial assay utilizing a CCR5-
expressing cell line, as described (Olson et al, 1999).
The results showed that MC had no effect (data not
shown). Although direct binding assay on microglial
cell CCR5 would be more relevant in this context,
we could not test this in microglia because of their
low to undetectable levels of CCR5 (Zhao and Lee,
unpublished data) (2) As an alternative approach, we
tested MC in a microglial HIV-1 binding assay: mi-
croglia were incubated with HIV-1 with and without
MC at 4◦C for 2 h, then cell-based p24 enzyme-linked
immunosorbent assay (ELISA) was performed after
extensive washing of the cells. By this method, MC
decreased the amount of cell bound p24 by ∼50%
(55% ± 10% [mean ± SD], P < .05). (3) CCR5 mRNA
expression was examined by ribonuclease protection
assay with and without MC treatment. MC did not
inhibit CCR5 mRNA expression; rather, it slightly in-
creased CCR5 mRNA level by 24 h (data not shown).
Together, these results suggest that MC might alter
HIV-1 binding to microglia, without suppressing the
coreceptor expression. The results of the viral pseu-
dotype experiments also support this notion because
the inhibition was always greater when cells were
infected with HIV-1 env–bearing, as opposed to non-
HIV env–bearing, virus.

We next examined whether MC can suppress HIV-1
LTR transactivation and found that MC inhibited LTR
activation in stably transfected U38 cells. These ex-
periments support that the major inhibition conferred
by MC is at the viral transcription. We therefore de-
termined the level of a key transcription factor, NF-
κB, in HIV-1–infected microglia and show that MC
indeed inhibited NF-κB activation. Kinetic analysis
demonstrated that NF-κB activation following HIV
infection of microglia peaked at 24 h, then dimin-
ished afterwards. Because viral production from mi-
croglia occurs several days after HIV infection, these
results suggest a significant delay between NF-κB ac-
tivation and viral production. These data are also
interesting in light of the fact that MC’s antiviral ef-
fect takes place within the first day of viral expo-
sure (see Figure 3, for example). Analysis of the NF-
κB subunit composition demonstrated that both the
p65/p50 heterodimers as well as the p50 homodimers
are induced as a result of HIV-1 infection. It has been
well-established that the p65/p50 heterodimers posi-

tively regulate the viral and macrophage gene expres-
sion; however, the role of p50 homodimer is less well
known and the data suggest that it might inhibit gene
transcription (see Lewin et al [1997] and Baer et al,
[1998] for example). Thus, it is intriguing that MC ap-
pears to increase the NF-κB complex formation with
time (p50 homodimers, in particular; see Figure 6),
suggesting that it may actually induce the inhibitory
type of NF-κB.

In summary, our results show a novel effect of MC
on HIV production from microglia and astrocytes.
The results suggest NF-κB as a cellular target of MC.
Because NF-κB is a transcriptional factor involved in
the production of cytokines, chemokines, and other
substances implicated in AIDS dementia (Glass et al,
1995; Lipton and Gendelman, 1995), our data suggest
that MC could suppress both arms (viral production
and inflammation) of the microglia and macrophage
activation that critically contribute to neurodegener-
ation in AIDS dementia.

Materials and methods

Human fetal microglial and astrocyte culture
Human fetal CNS cell cultures were prepared from
second trimester abortuses as described previously
(Lee et al, 1992, 1993a). Primary CNS mixed cultures
were prepared by enzymatic and mechanical disso-
ciation of the cerebral tissue followed by filtration
through nylon meshes of 230 and 130 pore sizes. Sin-
gle cell suspensions were plated at 106 to 107 cells per
ml in Dulbecco’s modified Eagle medium (DMEM)
(Cellgro, Herndon, VA; supplemented with 450 mg/L
glucose, L-glutamine, and 25 mM HEPES) supple-
mented 5% fetal calf serum (Gemini Bio-products,
Woodland, CA), penicillin (100 U/ml), streptomycin
(100 μg/ml), and fungizone (0.25 μg/ml) for 2 weeks,
then microglial cells were collected by aspiration of
the culture medium. Monolayers of microglia were
prepared in 100-mm tissue culture dishes at 106 cells
per 10 ml medium, in 96-well tissue culture plates
at 4 × 104 cells per 0.1 ml medium, or in 24-well
plates at 105 cells per 1 ml medium. Two to four hours
later, cultures were washed twice to remove nonad-
herent cells (neurons and astrocytes). Microglial cul-
tures were highly pure consisting of >98% CD68+
cells, as described (Lee et al, 1992).

Human fetal astrocyte cultures were prepared by
repeated passage of mixed CNS cultures at approxi-
mately 2-week intervals until a population of >99%
glial fibrillary acidic protein+ was obtained (Lee
et al, 1992, 1993b). Astrocytes were plated in 24-well
plates at 2 × 105 cells per 1 ml medium and used for
infection with pseudotype viruses.

HIV-1 infection
HIV-1 isolates (ADA, BaL, and 89.6) were obtained
from the NIH AIDS Research and Reference Reagent
Program (ARRRP) and propagated following the in-
structions with minor modifications. Briefly, normal
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PBMCs were exposed to HIV-1ADA in the presence
of IL-2 and phytohemagglutinin (PHA), in RPMI con-
taining 10% fetal calf serum (FCS). HIV-1 was washed
out after 16 h, and then cells were cultured in the
presence of IL-2. On days 7 and 14, culture super-
natants were collected and kept frozen at −80◦C un-
til use. HIV-1 p24 levels were determined by ELISA
(NEN Life Science Products Inc., Boston, MA). Con-
trol culture supernatants (mock-infection) were pre-
pared in PBMCs stimulated with PHA and IL-2 with-
out HIV-1. Tissue culture infective dose 50 (TCID50)
was determined by serial dilution of the viral stock
in fresh PBMCs. Microglial cultures were infected
with HIV-1ADA at 2000 TCID50 (unless otherwise in-
dicated) per well in 96-well plates for 16 h at 37◦C,
then washed and incubated with fresh medium. Fun-
gizone was omitted from the microglial medium once
HIV-1 was added.

Drug treatment and determination of toxicity
Stock solutions of MC and TC (all from Sigma Chem-
icals) were made in 0.1 N HCl and further dilutions
were made in DMEM/5% FCS. Drugs at 30 μg/ml
were administered at the time of viral exposure (0 h)
unless indicated otherwise. Drugs were added back
following medium change, except in wash out exper-
iments. Cultures were monitored for potential drug
toxicity for up to 2 weeks by LDH assay as described
previously (Downen et al, 1999). Live cell num-
ber was also determined by MTT assay (Promega,
Madison, WI) following the manufacturer’s protocol.

Measurements of viral production
Culture supernatants collected at a weekly interval
were examined for HIV-1 p24 levels using an ELISA
kit (NEN Life Sciences). Cells were also fixed with
methanol and immunostained for HIV p24 using a
monoclonal antibody (DAKO, Carpinteria, CA) as de-
scribed (Lee et al, 1993a; Zhao et al, 2001).

Infection with replication-defective,
env-pseudotyped viruses
Human embryonic kidney 293T cells were cotrans-
fected with pNL4.3 Luc R-E- and env plasmids
(HIV-1JR-FL, vesicular stomatitis virus, VSV-G, or am-
photropic murine leukemia virus, AML-V) provided
by Dr. N. Landau (Salk Institute, San Diego, CA) for
3 days (Deng et al, 1996; Di Marzio et al, 2000). Cul-
ture supernatants containing viruses were collected
and used to infect microglial or astrocyte cultures at
approximately 10 ng/ml of p24. Cell lysates were pre-
pared in 7-day cultures using a kit from Promega.
Luciferase activity was measured by a luminome-
ter (Lumat LB luminometer; Berthold, Bad Wildbad,
Germany), and expressed as relative light unit (RLU)
per microgram of total protein.

Propagation of U38 cells and treatment
with minocycline
U38 cells are a subclone of U937 cells that are sta-
bly transfected with the HIV-1 LTR CAT gene as a
reporter (Felber and Pavlakis, 1988). U38 cells are

also obtained from ARRRP and propagated in RPMI
containing 10% FCS at 2 × 106 cells per well in qua-
druplicate in 12-well plates in the presence of 10 nM
of phorbol 12-myristate 13-acetate (PMA; Sigma).
Minocycline at 3 or 10 μg/ml was added simultane-
ously with PMA. After 48 h, CAT activity was mea-
sured using a kit from Roche (Indianapolis, IN) fol-
lowing the manufacturer’s instructions. Results are
expressed as per milligram total protein.

Electrophoretic mobility shift assay (EMSA)
Microglial cell nuclear extracts were prepared and
EMSA performed as described (Kim et al, 2002;
Liu et al, 2000). Briefly, nuclear extracts were pre-
pared using a modified Dignam method. Buffers were
supplemented with 1 mM phenyl methyl sulfonyl
fluoride (PMSF), 1 mM dithiothreitol (DTT), and a
protease inhibitor cocktail (Boehringer-Mannheim,
Indianapolis, IN). Cells (approximately 1 × 106) were
scraped off in 1mM PMSF/PBS and pelleted. Pel-
lets were resuspended in low salt buffer (10 mM
Hepes, pH 7.9/1.5 mM MgCl2/10 mM KCl), and al-
lowed to sit on ice before addition of 10% Nonidet
P-40 (Igepal CA-630 [Sigma]). Samples were again
pelleted and resuspended in high salt buffer (20 mM
Hepes, pH 7.9/25% glycerol/420 mM NaCl/1.5 mM
MgCl2); samples were rocked gently before a final
centrifugation. The supernatant was saved, and the
protein was quantified using the Bradford assay.
Oligonucleotides containing concensus binding se-
quences for NF-κB (5′-AGT TGA GGG GAC TTT CCT
AGG C-3′) were radiolabeled with γ -32P ATP using
polynucleotide T4 kinase according to the manufac-
turer’s instructions (Gel Shift Assay Core System kit;
Promega). Labeled probe was purified on a G25 spin
column (Boehringer-Mannheim). Three micrograms
of nuclear extracts were incubated in binding buffer
(4% glycerol, 1 mM MgCl2, 0.5 mM EDTA, 50 mM
NaCl, 10 mM This-HCl, 50 μg/ml poly [dI-dC]) with
1.75 pmol of specific (NF-κB) and nonspecific (AP-
1: 5′-CGCTTGATGAGTCAGCCGGAA-3′) competitor
oligonucleotides for 15 min at room temperature
prior to addition of labeled probe. Supershift analy-
sis was performed using antibodies from Santa Cruz
(p65 and p50) as described previously (Hua et al,
2002; Kim et al, 2002). Samples were loaded unto
gels containing 5.5% polyacrylamide, 5% glycerol,
and 1 × TGE (Tris-glycine-EDTA buffer), then elec-
trophoresed at 200 V for approximately 1.5 h. Gels
were then dried and exposed to film at −80◦C.

Data analysis
Each figure displays data from triplicate wells
(mean ± SD) from a single representative experiment.
Experiments were repeated 2 to 7 times using dif-
ferent brain cases with similar results. For statisti-
cal analysis, one-way analysis of variance (ANOVA)
followed by Scheffer’s multiple comparison proce-
dure was used (SigmaStat). Differences between treat-
ments were considered statistically significant when
P < .05.



Minocycline inhibits HIV replication
Q Si et al 291

References

Albright AV, Shieh JTC, Itoh T, Lee B, Pleasure D, O’Connor
MJ, Doms RW, Gonzalez-Scarano F (1999). Microglia ex-
press CCR5, CXCR4, and CCR3, but of these, CCR5 is
the principal coreceptor for human immunodeficiency
virus type 1 dementia isolates. J Virol 73: 205–213.

Amin AR, Attur MG, Thakker GD, Patel PD, Vyas PR, Patel
RN, Patel IR, Abramson SB (1996). A novel mechanism
of action of tetracyclines: effects on nitric oxide syn-
thases. Proc Natl Acad Sci U S A 93: 14014–14019.

Andersson PB, Perry VH, Gordon S (1992). Intracere-
bral injection of proinflammtory cytokines or leukocyte
chemotaxins induces minimal myelomonocytic cell re-
cruitment to the parenchyma of the central nervous sys-
tem. J Exp Med 176: 255–259.

Baer M, Dillner A, Schwartz RC, Sedon C, Nedospasov S,
Johnson PF (1998). Tumor necrosis factor alpha tran-
scription in macrophages is attenuated by an autocrine
factor that preferentially induces NF-kappaB p50. Mol
Cell Biol 18: 5678–5689.

Barza M, Brown RB, Shanks C, Gamble C, Weinstein L
(1975). Relation between lipophilicity and pharmaco-
logical behavior of minocycline, doxycycline, tetracy-
cline, and oxytetracycline in dogs. Antimicrob Agents
Chemother 8: 713–720.

Brundula V, Rewcastle NB, Metz LM, Bernard CC, Yong VW
(2002). Targeting leukocyte MMPs and transmigration:
Minocycline as a potential therapy for multiple sclero-
sis. Brain 125: 1297–1308.

Budka H (1990). Human immunodeficiency virus (HIV) en-
velope and core proteins in CNS tissues of patients with
the acquired immune deficiency syndrome (AIDS). Acta
Neuropathol (Berl) 79: 611–619.

Canki M, Thai JN, Chao W, Ghorpade A, Potash MJ, Volsky
DJ (2001). Highly productive infection with pseudo-
typed human immunodeficiency virus type 1 (HIV-1) in-
dicates no intracellular restrictions to HIV-1 replication
in primary human astrocytes. J Virol 75: 7925–7933.

Chen MC, Ona VO, Li M, Ferrante RJ, Fink KB, Zhu S, Bian
J, Guo L, Farrell LA, Hersch SM, Hobbs W, Vonsattel
JP, Cha JH, Friedlander RM (2000). Minocycline inhibits
caspase-1 and caspase-3 expression and delays mortality
in a transgenic mouse model of Huntington disease. Nat
Med 6: 797–801.

Cosenza M, Zhao M-L, Si Q, Lee SC (2002). Human brain
parenchymal microglia express CD14 and CD45 and are
productively infected by HIV-1 in HIV-1 encephalitis.
Brain Pathol 12: 442–455.

Deng H, Liu R, Ellmeier W, Choe S, Unutmaz D, Burkjart
M, Di Marzio P, Marmon S, Sutton RE, Hill CM, Davis
CB, Peiper SC, Schall TJ, Littman DR, Landau NR (1996).
Identification of a major co-receptor for primary isolates
of HIV-1. Nature 381: 661–666.

Di Marzio P, Mariani R, Lui R, Thomas EK, Landau NR
(2000). Soluble CD40 ligand induces β-chemokine pro-
duction by macrophages and resistance to HIV-1 entry.
Cytokine 12: 1489–1495.

Dickson DW, Lee SC, Hatch WC, Mattiace L, Brosnan CF,
Lyman WD (1994). Macrophages and microglia in HIV-1-
related CNS neuropathology. In HIV, AIDS and the brain,
ARNMD. Price RW, Perry SW (eds). New York: Raven
Press, pp 99–118.

Dickson DW, Lee SC, Mattiace L, Yen S-H, Brosnan CF
(1993). Microglia and cytokines in neurological disease,

with special reference to AIDS and Alzheimer’s disease.
Glia 7: 75–83.

Downen M, Amaral TD, Hua LL, Zhao ML, Lee SC (1999).
Neuronal death in cytokine-activated primary human
brain cell culture: role of tumor necrosis factor-alpha.
Glia 28: 114–127.

Dragic T, Litwin V, Allaway GP, Martin SR, Huang Y,
Nagashima KA, Cayanan C, Maddon PJ, Koup RA, Moore
JP, Paxton WA (1996). HIV-1 entry into CD4+ cells is
mediated by the chemokine receptor CC-CKR-5. Nature
381: 667–673.

Du Y, Ma Z, Lin S, Dodel RC, Gao F, Bales KR, Triarhou
LC, Chernet E, Perry KW, Nelson DL, Luecke S, Phe-
bus LA, Bymaster FP, Paul SM (2001). Minocycline pre-
vents nigrostriatal dopaminergic neurodegeneration in
the MPTP model of Parkinson’s disease. Proc Natl Acad
Sci U S A 98: 14669–14674.

Ekdahl CT, Claasen JH, Bonde S, Kokaia Z, Lindvall O
(2003). Inflammation is detrimental for neurogenesis in
adult brain. Proc Natl Acad Sci U S A 100: 13632–
13637.

Felber BK, Pavlakis GN (1988). A quantitative bioassay for
HIV-1 based on trans-activation. Science 239: 184–187.

Gabler WL, Creamer HR (1991). Supression of human neu-
trophil functions by tetracyclines. J Periodontal Res 26:
52–58.

Glass JD, Fedor H, Wesselingh SL, McArthur JC (1995). Im-
munocytochemical quantification of human immunod-
eficiency virus in the brain: correlations with dementia.
Ann Neurol 38: 755–762.

Golub LM, Lee HM, Lehrer G, Nemiroff A, McNamara TF,
Kaplan R, Ramamurthy NS (1983). Minocycline reduces
gingival collagenolytic activity during diabetes. Prelim-
inary observations and a proposed new mechanism of
action. J Periodontal Res 18: 516–526.

Gonzalez-Scarano F, Baltuch G (1999). Microglia as medi-
ators of inflammatory and degenerative diseases. Annu
Rev Neurosci 22: 219–240.

He J, Chen Y, Farzan M, Choe H, Ohagen A, Gartner S,
Busciglio J, Yang X, Hofmann W, Newman W, Mackay
CR, Sodroski J, Gabuzda D (1997). CCR3 and CCR5 are
co-receptors for HIV-1 infection of microglia. Nature
385: 645–649.

Hua LL, Kim MO, Brosnan CF, Lee SC (2002). Modulation of
astrocyte inducible nitric oxide synthase and cytokine
expression by IFN is associated with induction and in-
hibition of GAS binding activity. J Neurochem 83: 1120–
1128.

Kim MO, Si Q, Zhou JN, Pestell RG, Brosnan CF, Locker J,
Lee SC (2002). Interferon-beta activates multiple signal-
ing cascades in primary human microglia. J Neurochem
81: 1361–1371.

Kolson DL, Lavi E, Gonzalez-Scarano F (1998). The effects
of human immunodeficiency virus in the central ner-
vous system. Adv Virus Res 50: 1–47.

Lambotte O, Taoufik Y, de Goer MG, Wallon C, Goujard C,
Delfraissy JF (2000). Detection of infectious HIV in circu-
lating monocytes from patients on prolonged highly ac-
tive antiretroviral therapy. J Acquir Immune Defic Syndr
23: 114–119.

Langevitz P, Livneh A, Bank I, Pras M (2000). Benefits and
risks of minocycline in rheumatoid arthritis. Drug Saf
22: 405–414.



Minocycline inhibits HIV replication
292 Q Si et al

Lee SC, Hatch WC, Liu W, Lyman WD, Kress Y, Dickson DW
(1993a). Productive infection of human fetal microglia
by HIV-1. Am J Pathol 143: 1032–1039.

Lee SC, Liu W, Brosnan CF, Dickson DW (1992). Character-
ization of human fetal dissociated CNS cultures with an
emphasis on microglia. Lab Invest 67: 465–475.

Lee SC, Liu W, Brosnan CF, Dickson DW (1994). GM-CSF
promotes proliferation of human fetal and adult mi-
croglia in primary cultures. Glia 12: 309–318.

Lee SC, Liu W, Dickson DW, Brosnan CF, Berman JW
(1993b). Cytokine production by human fetal microglia
and astrocytes: differential induction by LPS and IL-1β.
J Immunol 150: 2659–2667.

Lewin SR, Lambert P, Deacon NJ, Mills J, Crowe SM (1997).
Constitutive expression of p50 homodimer in freshly
isolated human monocytes decreases with in vitro and
in vivo differentiation: a possible mechanism influ-
encing human immunodeficiency virus replication in
monocytes and mature macrophages. J Virol 71: 2114–
2119.

Lipton SA (1998). Neuronal injury associated with HIV-1:
approaches to treatment. Annu Rev Pharmacol Toxicol
38: 159–177.

Lipton SA, Gendelman HE (1995). Dementia associated
with the acquired immunodeficiency syndrome. New
Engl J Med 332: 934–940.

Liu JSH, John GR, Sikora A, Lee SC, Brosnan CF (2000).
Modulation of IL-1β and TNFα signaling by P2 puriner-
gic receptors in human fetal astrocytes. J Neurosci 20:
5292–5299.

Mahlknecht U, Deng C, Lu MC, Greenough TC, Sullivan
JL, O’Brien WA, Herbein G (2000). Resistance to apop-
tosis in HIV-infected CD4+ T lymphocytes is mediated
by macrophages: role for Nef and immune activation in
viral persistence. J Immunol 165: 6437–6446.

Mahlknecht U, Herbein G (2001). Macrophages and T-cell
apoptosis in HIV infection: a leading role for accessory
cells? Trends Immunol 22: 256–260.

Merrill JE, Koyanagi Y, Zack J, Thomas L, Martin F, Chen
IRS (1992). Induction of interleukin-1 and tumor necro-
sis factor α in brain cultures by human immunodefi-
ciency virus type 1. J Virol 66: 2217–2225.

Navia BA, Jordan BD, Price RW (1986). The AIDS dementia
complex. I. Clinical features. Ann Neurol 19: 517–524.

Olson WC, Rabut GE, Nagashima KA, Tran DN, Anselma DJ,
Monard SP, Segal JP, Thompson DA, Kajumo F, Guo Y,
Moore JP, Maddon PJ, Dragic T (1999). Differential inhi-
bition of human immunodeficiency virus type 1 fusion,
gp120 binding, and CC-chemokine activity by mono-
clonal antibodies to CCR5. J Virol 73: 4145–4155.

Popovic N, Schubart A, Goetz BD, Zhang SC, Linington
C, Duncan ID (2002). Inhibition of autoimmune en-
cephalomyelitis by a tetracycline. Ann Neurol 51: 215–
223.

Rabson AB, Lin H-C (2000). NF-κB and HIV: linking vi-
ral and immune activation. In HIV-1: molecular biology
and pathogenesis. Jeang K-T (ed). New York: Academic
Press, pp 161–195.

Scholzen T, Gerdes J (2000). The Ki-67 protein: from the
known to the unknown. J Cell Physiol 182: 311–322.

Sharkey ME, Teo I, Greenough T, Sharova N, Luzuriaga K,
Sullivan JL, Bucy RP, Kostrikis LG, Haase A, Veryard
C, Davaro RE, Cheeseman SH, Daly JS, Bova C, Ellison
RT III, Mady B, Lai KK, Moyle G, Nelson M, Gazzard
B, Shaunak S, Stevenson M (2000). Persistence of epi-
somal HIV-1 infection intermediates in patients on
highly active anti-retroviral therapy. Nat Med 6: 76–
81.

Si Q, Cosenza M, Zhao M-L, Goldstein H, Lee SC (2002).
GM-CSF and M-CSF modulate β-chemokine and HIV-1
expression in microglia. Glia 39: 174–183.

Sonza S, Mutimer HP, Oelrichs R, Jardine D, Harvey K,
Dunne A, Purcell DF, Birch C, Crowe SM (2001). Mono-
cytes harbour replication-competent, non-latent HIV-1
in patients on highly active antiretroviral therapy. AIDS
15: 17–22.

Stevenson M, Gendelman HE (1994). Cellular and vi-
ral determinants that regulate HIV-1 infection in
macrophages. J Leukoc Biol 56: 278–288.

Swingler S, Mann A, Jacque J, Brichacek B, Sasseville VG,
Williams K, Lackner AA, Janoff EN, Wang R, Fisher D,
Stevenson M (1999). HIV-1 Nef mediates lymphocyte
chemotaxis and activation by infected macrophages. Nat
Med 5: 997–1003.

Takahashi K, Wesselingh SL, Griffin DE, McArthur JC,
Johnson RT, Glass JD (1996). Localization of HIV-1 in
human brain using polymerase chain reaction/in situ
hybridization and immunocytochemistry. Ann Neurol
39: 705–711.

Tamargo RJ, Bok RA, Brem H (1991). Angiogenesis inhibi-
tion by minocycline. Cancer Res 51: 672–675.

Teng YD, Choi H, Onario RC, Zhu S, Desilets FC, Lan S,
Woodard EJ, Snyder EY, Eichler ME, Friedlander RM
(2004). Minocycline inhibits contusion-triggered mito-
chondrial cytochrome c release and mitigates functional
deficits after spinal cord injury. Proc Natl Acad Sci
U S A 101: 3071–3076.

Tikka T, Fiebich BL, Goldsteins G, Keinanen R, Koistinaho
J (2001). Minocycline, a tetracycline derivative, is neu-
roprotective against excitotoxicity by inhibiting activa-
tion and proliferation of microglia. J Neurosci 21: 2580–
2588.

Tornatore C, Chandra R, Berger JR, Major EO (1994). HIV-1
infection of subcortical astrocytes in the pediatric cen-
tral nervous system. Neurology 44: 481–487.

Tyor WR, Glass JD, Griffin JW, Becker PS, McArther JC,
Bezman L, Griffin DE (1992). Cytokine expression in the
brain during AIDS. Ann Neurol 31: 349–360.

Yrjanheikki J, Tikka T, Keinanen R, Goldsteins G, Chan PH,
Koistinaho J (1999). A tetracycline derivative, minocy-
cline, reduces inflammation and protects against focal
cerebral ischemia with a wide therapeutic window. Proc
Natl Acad Sci U S A 96: 13496–13500.

Zhang SC, Goetz BD, Duncan ID (2003). Suppression of
activated microglia promotes survival and function of
transplanted oligodendroglial progenitors. Glia 41: 191–
198.

Zhao ML, Kim MO, Morgello S, Lee SC (2001). Expression
of iNOS, IL-1 and caspase-1 in HIV-1 encephalitis. J Neu-
roimmunol 115: 182–191.



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (ISO Coated v2 300% \050ECI\051)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 149
  /ColorImageMinResolutionPolicy /Warning
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 149
  /GrayImageMinResolutionPolicy /Warning
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 599
  /MonoImageMinResolutionPolicy /Warning
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)
    /HUN <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
    /DEU <>
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.276 841.890]
>> setpagedevice


