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ABSTRACT Monocytes from HIV-infected patients produce increased levels of in-
flammatory cytokines, which are associated with chronic immune activation and
AIDS progression. Chronic immune activation is often not restored even in patients
showing viral suppression under ART. Therefore, new therapeutic strategies to con-
trol inflammation and modulate immune activation are required. Hydroxypropyl-
beta-cyclodextrin (HP-BCD) is a cholesterol-sequestering agent that has been re-
ported to be safe for human use in numerous pharmaceutical applications and that
has been shown to inactivate HIV in vitro and to control SIV infection in vivo. Since
cellular cholesterol content or metabolism has been related to altered cellular activation,
we evaluated whether HP-BCD treatment could modulate monocyte response to inflam-
matory stimuli. Treatment of monocytes isolated from HIV-positive and HIV-negative do-
nors with HP-BCD inhibited the expression of CD36 and TNF-� after LPS stimulation,
independent of raft disruption. Accordingly, HP-BCD-treated cells showed significant
reduction of TNF-� and IL-10 secretion, which was associated with lower mRNA expres-
sion. LPS-induced p38MAPK phosphorylation was dampened by HP-BCD treatment, indi-
cating this pathway as a target for HP-BCD-mediated anti-inflammatory response. The
expression of HLA-DR was also reduced in monocytes and dendritic cells treated with
HP-BCD, which could hinder T cell activation by these cells. Our data suggest that,
besides its well-known antiviral activity, HP-BCD could have an immunomodulatory
effect, leading to decreased inflammatory responses mediated by antigen-presenting
cells, which may impact HIV pathogenesis and AIDS progression.

IMPORTANCE Chronic immune activation is a hallmark of HIV infection and is often
not controlled even in patients under antiretroviral therapy. Indeed, chronic diseases
with inflammatory pathogenesis are being reported as major causes of death for
HIV-infected persons. Hydroxypropyl-beta cyclodextrin (HP-BCD) is a cholesterol-
sequestering drug that inhibits HIV replication and infectivity in vitro and in vivo. Re-
cent studies have demonstrated the importance of cholesterol metabolism and con-
tent in different inflammatory conditions; therefore, we investigated the potential of
HP-BCD as an immunomodulatory drug, regulating the activation of cells from HIV-
infected patients. Treatment of monocytes with HP-BCD inhibited the expression
and secretion of receptors and mediators that are usually enhanced in HIV patients.
Furthermore, we investigated the molecular mechanisms associated with the immu-
nomodulatory effect of HP-BCD. Our results indicate that, besides reducing viral rep-
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lication, HP-BCD treatment may contribute to modulation of chronic immune activa-
tion associated with AIDS.

KEYWORDS HIV, beta-cyclodextrin, monocytes, inflammation, human
immunodeficiency virus

HIV prevalence is rising in nearly every geographic region in the world due to the
increased survival of patients treated with antiretroviral drugs (ARTs). The cause of

death for most HIV-infected persons has changed from AIDS-related opportunistic
infections to chronic diseases with inflammatory pathogenesis. Chronic immune acti-
vation is a hallmark of HIV infection, and increased frequency of activated immune cells
is a strong predictor of disease progression (1–4). Importantly, ART treatment has a
limited effect on immunological control, even when efficient viral suppression is
achieved (5, 6).

The systemic inflammation observed in HIV-infected patients may result primarily
from the activation of innate immune cells by the virus or by microbial products due
to microbial translocation, impacting T cell activation (7–9). During HIV infection, a shift
from classical monocytes (CD14High CD16�) to inflammatory monocytes (CD14�

CD16�) and patrolling monocytes (CD14High CD16�) is often observed (10). The latter
cells express high levels of activation markers, such as CD80, CD86, and HLA-DR, and
exhibit enhanced TNF-� production upon stimulation with bacterial lipopolysaccha-
rides (LPS) (11). Increased levels of TNF-� in plasma are a major indicator of immune
activation, and it was strongly correlated with activation and depletion of T cells in
HIV-positive patients (12, 13). IL-10 levels, mainly produced by monocytes, are also
augmented in HIV-infected patients and are correlated positively with viral load and
negatively with CD4 T cell counts and function (14–16). Both IL-10 and TNF-� are
biomarkers of early immune activation, and their levels are correlated with viral load
and persistence (17).

Reciprocal regulation between immune and lipid metabolic function and content
has been recently unraveling during monocyte/macrophage stimulation under differ-
ent inflammatory conditions. Cholesterol crystals were associated with inflammasome
activation in macrophages during atherogenesis (18), and oxidized cholesterol metab-
olites were strongly proinflammatory for different cell types, inducing the production of
cytokines such as TNF-� and MIP-1� (19). Further, increased oxysterol levels, associated
with repression of cholesterol synthesis, prevented inflammasome activation and
restricted inflammation in experimental models of septic shock and autoimmunity
(20, 21).

Monocytes from HIV� patients express high levels of the lipid uptake receptor
CD36, and it was inversely correlated with CD4� T cell counts (22). Also, dysregulation
of genes involved in lipid metabolism have been reported to be involved in the
sustained immune activation and macrophage inflammatory phenotype in HIV patients
(23). Antigen-presenting cells (APCs) derived from HIV-infected nonprogressors (NP)
showed lower levels of membrane cholesterol than cells from progressors, and this
phenotype was correlated with a decreased ability of NP APCs to mediate HIV trans
infection of T cells (24, 25). These findings strengthened the fundamental role of
cholesterol in viral replication and suggested that lower membrane cholesterol levels
might contribute to delayed disease progression.

2-Hydroxypropyl-beta-cyclodextrin (HP-BCD) is a cholesterol-sequestering drug,
which is being used in humans for several pharmaceutical applications and has also
been tested in human clinical trials of Niemann Pieck C disease (NPCD), with a safe
profile (26–28). Importantly, this agent has been extensively demonstrated to inactivate
HIV in vitro, including ART-resistant virus (29–32). HP-BCD treatment also decreased
virus infectivity and partially prevented mucosal transmission of SIV in a macaque
model (32). Given that diminished cholesterol levels are associated with decreased virus
replication and lower inflammatory response in different models, we hypothesized that
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treatment of HIV� patients with HP-BCD could impair HIV disease progression by
acting directly on virus particles and by downmodulating the inflammatory response.

Here, we investigated the impact of in vitro HP-BCD treatment on the activation
profile of monocytes upon encounter with an inflammatory stimulus. Treatment of
monocytes, obtained from HIV-positive and HIV-negative donors, with HP-BCD resulted
in decreased expression of CD36 and remarkable inhibition of TNF-� and IL-10 secre-
tion, independent of lipid raft disruption. The inhibition of TNF-� and IL-10 production
was associated with decreased mRNA expression and downregulation of p38MAPK
activation. The cells also showed decreased expression of HLA-DR upon HP-BCD
treatment, suggesting that it could potentially affect T cell activation. Our data dem-
onstrated that HP-BCD has an immunomodulatory effect, leading to a decreased
inflammatory activation of antigen-presenting cells. Therefore, HP-BCD treatment may
contribute to modulation of the chronic immune activation associated with AIDS.

RESULTS
HP-BCD decreased CD36 and TNF-� expression in monocytes obtained from

chronic HIV patients. To investigate whether HP-BCD would modulate the activation
threshold of monocytes obtained from HIV patients, primary cells were cultured with
different concentrations of HP-BCD for 1 h, the cells were washed, and the medium was
substituted for complete medium with no HP-BCD. The cells were then cultured for an
additional 48 h before stimulation with LPS, which was used as a surrogate for microbial
activation. Initially, we established the maximum nontoxic concentration of HP-BCD
and determined the kinetics of cholesterol recovery after cell treatment. HP-BCD was
not toxic for primary monocytes even at 10 mM (Fig. 1A). Cell treatment with 10 mM
HP-BCD induced 70% cholesterol reduction after 1-h treatment, with almost 100%
recovery after 48 h of culture (Fig. 1B). The addition of 1 mM HP-BCD did not signifi-
cantly deplete cholesterol at any time point analyzed (Fig. 1B). Cholesterol and raft
recovery after 48-h culture was confirmed by staining the cells with anti-CD59 and
anti-CD45 as raft and nonraft markers and with anti-TLR4. As demonstrated in Fig. 1C
to E, no alteration in the frequency or expression level of either receptor was detected
at the investigated time point. We also measured the concentrations of several sterol
intermediates, oxysterols, and sitosterols in the cells at 48 h after HP-BCD treatment,
and no significant differences for any of these lipids were observed (Fig. 1F).

Monocytes were then pretreated or not with HP-BCD, and after culturing for 48 h in
HP-BCD-free media, the cells were stimulated with LPS. Eight hours after LPS activation,
the expression of CD36 and TNF-� were evaluated by flow cytometry. Pretreatment of
the cells with HP-BCD decreased the frequency of CD36� cells from almost 100% to
85% and 65% average in HIVneg and HIVpos donors, respectively. All the analyzed
samples also demonstrated a reduced expression level of CD36 (mean fluorescence
intensity) in both HIVneg and HIVpos donors, with an average reduction of 44% and
45%, respectively (Fig. 2A and B). Remarkably, HP-BCD treatment almost abolished
intracellular TNF-� expression induced by LPS (Fig. 2C). Inhibition of TNF-� was
detected even when HP-BCD was added at a concentration lower than 1 mM (Fig. 2D),
supporting that this effect was not a simple consequence of membrane cholesterol
depletion.

HP-BCD inhibited the production of TNF-� and IL-10 at transcriptional levels.
We then addressed whether HP-BCD would impact the secretion of TNF-� and other
pro- and anti-inflammatory mediators induced by LPS. Monocytes obtained from HIV
patients were pretreated or not with HP-BCD and stimulated with LPS. After 48 h, the
secretion of multiple cytokines was measured by multiplex analyses of the supernatants
(Fig. 3). HP-BCD treatment inhibited LPS-induced secretion of TNF-� and IL-10 in all
donors analyzed, and the differences were statistically different (Fig. 3A and B). On the
other hand, downregulation of IFN-� was observed in only 1 donor out of 11 donors;
IL-4 was downregulated in 2 out of 10 donors; an IL-2R was reduced in 2 out of 6
patients, whereas the secretion of IL-1�, IL-1RA, IL-2, IL-7, IL-12, IL-13, IP-10, MIG-1, and
IFN-� were not affected in any of the donors analyzed (Fig. 3C to N). These data
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FIG 1 Analysis of cytotoxicity and kinetics of cholesterol depletion after HP-BCD treatment. (A) Monocytes were purified from HIV-negative donors and
treated with the indicated concentrations of HP-BCD for 1 h. The cells were washed, the medium was substituted for HP-BCD-free complete medium, and
the cells were cultured for an additional 48 h. As controls, cells were cultured with culture medium or incubated with Triton X-100. Cellular viability was
analyzed using a Cell-Titer blue kit. (B) Monocytes were treated with 1 or 10 mM HP-BCD as in panel A. The amount of cholesterol was measured after 1-h
treatment and after 48-h culture using the Amplex Red reagent. (C to E) Monocytes were treated with 1 or 10 mM HP-BCD as in panel A. (C) A representative
histogram of CD14� cells stained with CD59 and CD45 raft and nonraft markers is shown. (D and E) The frequency (as a percentage) of cells expressing CD45,
CD59, and TLR-4 (D) and the level of expression (mean fluorescence intensity [MFI]) of each molecule (E) among CD14�-gated cells were analyzed by flow
cytometry. (F) Monocytes were treated with 1 or 10 mM HP-BCD as in panel A. The amount of all sterols, oxysterols, and sitosterols were evaluated by GC-MS.
The bars indicate the averages plus standard deviations (error bars) of the data obtained with cells from at least six individual donors. *, P values of �0.05.

Matassoli et al.

November/December 2018 Volume 3 Issue 6 e00497-18 msphere.asm.org 4

msphere.asm.org


demonstrate that the drug specifically modulated TNF-� and IL-10 secretion but did not
induce an overall monocytic anergic phenotype.

The levels of expression of TNF-� and IL-10 were then accessed by measuring the
respective cytokine mRNA levels after LPS stimulation of HP-BCD-pretreated cells. As
expected, LPS induced the expression of TNF-� and IL-10 mRNAs, and both were
greatly reduced when the cells were pretreated with HP-BCD (Fig. 4A and B), indicating
that HP-BCD reduced LPS-mediated inflammatory response by decreasing transcription
of the cytokine genes.

HP-BCD treatment inhibits p38 MAPK activation induced by LPS. Monocyte
stimulation by LPS-TLR4 engagement triggers distinct signaling pathways, resulting in
increased expression of inflammatory and regulatory cytokines (33–35). Since PI3K
activation is dependent on lipid raft recruitment (36), we initially investigated whether
HP-BCD treatment would affect PI3K expression induced by LPS. Monocytes stimulated
with LPS showed enhanced levels of PI3K, but it was not affected by HP-BCD (Fig. 5A
and D). We then measured the levels of phosphorylated p38 (p-p38) and Erk (pErk), as
an indication of MAPK activation. As expected, LPS stimulation induced increased
expression of p-p38 and pErk. Activation of p38, but not Erk, was strongly inhibited in
the cells previously treated with HP-BCD (Fig. 5A to C). These data suggest that HP-BCD
treatment down-modulates specific signaling pathways, which in turn may explain the
selective inhibition of TNF-� and IL-10, but not other cytokines.

The expression of costimulatory molecules is impacted by HP-BCD treatment.
Since chronic activated monocytes also impact T cell activation by direct stimulation
through immunological synapses, we addressed whether HP-BCD affected the costimu-
latory phenotype of antigen-presenting cells. Flow cytometry analysis demonstrated
that HP-BCD-treated monocytes showed decreased expression of HLA-DR upon LPS
stimulation (Fig. 6A and B). We also investigated whether other myeloid cells would be
affected by evaluating the expression of HLA-DR among BDCA1-, BDCA2-, and BDCA3-

FIG 2 HP-BCD inhibited the expression of the activation markers CD36 and TNF-� in monocytes derived from HIV patients upon LPS stimulation. (A to C)
Monocytes were purified from HIV-negative or HIV-positive donors and treated with 10 mM HP-BCD for 1 h. Cells were washed and then cultured in complete
medium with no HP-BCD. After 48 h, the cells were stimulated with LPS for 8 h, and the expression of CD36 and TNF-� was evaluated by flow cytometry. (A
and B) The frequency (as a percentage) of cells expressing CD36 (A) and the CD36 expression level (MFI) (B) among CD14�-gated cells. (C) Frequency of
TNF-�-producing cells among CD14�-gated cells. (D) Cells obtained from HIV-positive patients were cultured with the indicated concentration of HP-BCD and
stimulated with LPS as in panels A to C, and the frequency of TNF-�-producing cells among CD14�-gated cells was evaluated. The bars indicate the average
and standard deviation of the data obtained with cells from at least six individual donors. *, P values of �0.05.
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FIG 3 HP-BCD treatment downregulates the secretion of TNF-� and IL-10 in monocytes from HIV-positive donors. Monocytes were purified from
HIV-positive donors and treated with 1 mM HP-BCD or not treated with HP-BCD for 1 h. The cells were washed and then cultured in complete medium
for 48h. The cells were stimulated with LPS for 48 h, and the levels of TNF-� (A), IL-10 (B), IL-1� (C), IL-1RA (D), IFN-� (E), CXCL9 (F), IL-12 (G), CXCL10 (H),
IFN-� (I), IL-4 (J), IL-13 (K), IL-2 (L), IL-2R (M), and IL-7 (N) were measured in the supernatant cultures using Bioplex assay. The dots represent the data
obtained from individual donors, and the average and standard deviation are indicated. *, P values of �0.05.
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expressing CD14-negative cells. Stimulation with LPS slightly enhanced HLA-DR expres-
sion in BDCA1� myeloid DCs, and HP-BCD pretreatment abolished this effect (Fig. 6C).
These findings suggest that HP-BCD may impair the ability of LPS-stimulated myeloid
cells to activate T cells, which could further contribute to downregulate chronic
immune activation.

DISCUSSION

This study demonstrated that treatment of monocytes from HIV-infected patients
with the cholesterol-sequestering drug HP-BCD inhibits their stimulation by LPS, re-
sulting in decreased secretion of TNF-� and IL-10. Membrane cholesterol and lipid raft
organization are cellular elements essential for replication of many enveloped viruses,
and HP-BCD has been demonstrated to inhibit HIV infection and to inactivate free HIV
particles in in vitro and in vivo models (29–32). In addition, HIV infection is associated
with higher atherogenic risk and cardiovascular disease, which might be related to
altered uptake, synthesis, or efflux of cholesterol, evidenced by accumulation of foam
cells (37, 38). Recent evidences have demonstrated that cellular lipid metabolism,
specifically metabolism of cholesterol and other sterols impacts distinct signal trans-
duction pathways during the activation of immune cells (18–20). These findings moti-
vated us to investigate the effect of HP-BCD, in an in vitro model, as a potential anti-HIV
drug able to act on the chronic immune activation experienced by HIV-infected
patients.

Microbial translocation and circulating LPS are markers of HIV progression and are
associated with the production of inflammatory mediators by monocytes, activation of
T cells, and exacerbation of inflammation (39, 40). LPS sensing through TLR4 induces
the secretion of several inflammatory cytokines, including TNF-�, which is one of the
main mediators detected in plasma samples from chronic HIV patients. Activated
monocytes were also associated with increased plasma IL-10 levels in HIV patients,
which were correlated with CD4 T cell dysfunction and disease progression (14–16).

The importance of inflammatory mediators produced by monocytes/macrophages
for the establishment of chronic immune activation during HIV progression was further
evidenced in nonpathogenic SIV infection. Monocytes obtained from SIVsm-infected
macaques showed lower TNF-� secretion in response to LPS compared to monocytes
obtained from HIV-infected humans or SIVmac-infected rhesus macaques. Neutraliza-

FIG 4 HP-BCD affects monocyte activation by downmodulating TNF-� and IL-10 mRNA expression. Monocytes
were purified from HIV-negative donors and treated with 1 or 10 mM HP-BCD for 1 h. Cells were washed and then
cultured in complete medium for 48 h. (A) Cells were stimulated with LPS for 4 h, and TNF-� mRNA levels were
measured by RT-PCR. (B) Cells were stimulated with LPS for 24 h, and IL-10 mRNA levels were measured by RT-PCR.
The dots represent the data obtained from individual donors, and the average and standard deviation are
indicated. *, P values of �0.05.
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tion of TNF-� resulted in decreased activation of CD8� T cells, indicating that monocyte
activation was associated with enhanced stimulation of T cells (41).

The treatment of monocytes with HP-BCD in vitro downregulated TNF-� and IL-10
production independently of raft disruption. These findings are in accordance with a
previous report of an experimental model of LPS-induced fatal shock in mice, in which
mice treated with cyclodextrin exhibited reduced blood TNF-� levels and mortality (42).
Also, the addition of cyclodextrin to murine macrophage cell lines did not affect
localization or expression of CD14 in lipid rafts or the membrane levels of TLR4-MD2
complexes but inhibited LPS-induced TNF-� secretion (42).

Recent evidences demonstrated that PRR immune signaling may cross talk with
other metabolic pathways. The lipid uptake receptor CD36 was previously associated
with upregulation of TLR2/4 and increased LPS responsiveness (43), and accumulation
of saturated fatty acids enhanced TNF-� secretion (44). Consistent with previous
reports, the cells obtained from HIV patients in this study presented increased basal
expression of CD36 (22, 23) (Fig. 2B), and HP-BCD strongly inhibited CD36 expression,
what may contribute to decreased TNF-� secretion. Interestingly, CD36 may also be

FIG 5 HP-BCD downregulates p38 phosphorylation induced by LPS, but not PI3K expression or ERK phosphorylation.
Monocytes were purified from HIV-negative donors and treated with 1 or 10 mM HP-BCD for 1 h. Cells were washed,
cultured in complete medium for 48 h, and stimulated with LPS for 30 min. The expression of p-p38, p38, pErk, Erk, PI3K,
and GAPDH in the cell lysates was evaluated by Western blotting (WB), and the ratio of phosphorylated proteins in relation
to nonphosphorylated or constitutive protein was determined using ImageJ software. (A) Representative WB raw data. (B
and C) The ratio of phosphorylated p38 (p-p38) (B) and phosphorylated Erk (pErk) (C) in relation to unphosphorylated p38
and Erk, respectively, were calculated and represented. (D) The expression of PI3K in the cell lysates was normalized
according to the expression of GAPDH. The bars indicate the averages and standard deviations of the data obtained with
cells from four individual donors. *, P values of �0.05.
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upregulated by TNF-� (45). Therefore, decreased TNF-� production mediated by HP-
BCD might explain lower CD36 expression. Importantly, decreased CD36 expression
might be expected to modulate the dyslipidemia and attenuate the atherogenic risk in
HIV patients. Hence, HP-BCD treatment could potentially modulate atherogenic and
inflammatory pathways through its effect on cellular signaling pathways.

The impaired ability of HP-BCD-treated monocytes to respond to LPS resulted from
transcriptional regulation of IL-10 and TNF-�. LPS-induced upregulation of TNF-� and
IL-10 mRNA in PBMCs was shown to be dependent on activation of different MAP
kinases (34, 35). MAPKs were also involved in CD36-mediated cell signaling (43). It was
previously reported that monocytes cultured with high-density lipoprotein (HDL),
which mediates cholesterol efflux, inhibited LPS- or IFN-�-driven M1 polarization and
decreased expression of TNF-�, IL-6, and CCL2 genes (46). The HDL-mediated effect was
shown to be dependent on inhibition of caveolin expression and Erk1/2 phosphoryla-
tion; however, unlike our model, HDL was added to the cultures simultaneously with
LPS. We did not detect any alteration in Erk phosphorylation level, but HP-BCD strongly
inhibited the phosphorylation of p38 induced by LPS, indicating that p38, but not all
MAPK, were regulated by HP-BCD, and further demonstrating that cholesterol pertur-
bation affects macrophage differentiation.

Despite evidence indicating that the PI3K/akt pathway is a major regulator of IL-10
production, we did not detect any significant alteration in PI3K expression in our model,
indicating that other mechanisms might be involved in the regulation of LPS stimula-

FIG 6 Treatment of monocytes with HP-BCD downregulates the expression of HLA-DR induced by LPS. CD14� purified monocytes or residual CD14� PBMCs,
obtained from HIV-positive patients, were treated with HP-BCD for 1 h or not treated with HP-BCD. Cells were washed, cultured in complete medium for 48
h, and stimulated with LPS for an additional 24 h. Cultures of purified monocytes were stained with anti-CD14 and anti-HLA-DR; cultures of CD14� PBMCs were
stained with anti-BDCA1, anti-BDCA2, or anti-BDCA3 and anti-HLA-DR. The expression of HLA-DR among each cell subpopulation was evaluated by flow
cytometry. (A) Representative histogram overlays indicating the mean fluorescence intensity (MFI) of HLA-DR expression among CD14� cells. (B) MFI of HLA-DR
in CD14�-gated population by individual donor samples. (C) MFI of HLA-DR in CD14� BDCA1, BDCA2, or BDCA3� cells by individual donor samples. *, P values
of �0.05.
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tion by HP-BCD. Secreted IL-10 may impair its own production in a negative-feedback
loop by downregulating p38 phosphorylation (33). It is possible that a modest IL-10
secretion induced by HP-BCD downmodulated other signal transduction pathways
controlling the production of TNF-� and IL-10 itself. Further analysis of cell signaling
pathways induced by HP-BCD will be required to dissect the mechanisms by which the
drug influences cell activation and inflammation.

Finally, we demonstrated that HP-BCD treatment affected the expression of HLA-DR
in monocytes and myeloid DCs activated by LPS. HIV patients often present a lower
frequency of certain DC subpopulations, but circulating DCs are able to vigorously
respond to stimulation, what may impact chronic immune activation (47, 48). HP-BCD-
mediated downregulation of HLA-DR could then contribute to the control of nonspe-
cific T cell activation.

Previous studies demonstrated that BCD showed a direct effect on HIV replication by
different mechanisms of action, including: (i) free virus inactivation (29, 30); (ii) inhibi-
tion of HIV entry/fusion (29, 49, 50); (iii) inhibition of virus release (30). Similar to the
experiments performed here, all these studies used BCD at concentrations up to 20 mM
(typically 10 mM), which showed no toxicity to different cell types analyzed, including
primary macrophages or PBL (49, 50). A 20 mM dose of HP-BCD (or higher) was also
tested in experimental mouse and macaque models, where topical application of the
agent was demonstrated to prevent HIV and SIV transmission with no toxicity to the
tissue (32, 51). Importantly, HP-BCD has been extensively reported to be safe for human
use as an oral, topical, and parenteral agent (26–29). In addition, a phase 1/2a clinical
trial designed to test the safety and effectiveness of intrathecal injections of HP-BCD for
the treatment of NPCD patients was recently successfully completed (27, 28). Therefore,
the data presented in this study provide substantial support for the evaluation of
HP-BCD as an antiretroviral drug potentially able to reduce viral replication (29–32) and
control HIV-associated chronic immune activation that aggravates HIV comorbidities
and AIDS progression.

MATERIALS AND METHODS
Ethical statement and sample description. Blood samples from deidentified HIV-negative donors

were obtained from the Hemotherapy Service at the Hospital Universitário Clementino Fraga Filho
(HUCFF) of Universidade Federal do Rio de Janeiro (UFRJ). The study protocol was approved by the
Experimental Ethics Committee of UFRJ (permit 105/07). Blood samples from HIV-infected subjects were
obtained from University of California Davis Medical Center and included patients who were on
antiretroviral therapy and had undetectable HIV RNA (Table 1). The study protocol was approved by
institutional review board at the University of California (protocol 219307).

TABLE 1 Description of the patients enrolled in the study

Patient Age (yr) Gender
HIV viral load
(copies/ml)

CD4 count
(mm3)

Yr of
diagnosis ART regimen

1 51 M Undetectable 1,214 2008 Epzicom, atazanavir/ritonavir
2 59 M Undetectable 766 2006 Darunavir, dolutegravir, truvada
4 46 M Undetectable 153 2011 Elvitegravir, tonofovir, emtricitabine, ALA
5 63 M �20 790 2008 Efavirenz, emtricitabine, tenofovir
6 54 M �20 698 2008 Abacavir, dolutegravir, lamivudine
8 58 M �20 916 2014 Abacavir, lamivudine
9 66 M �20 417 2011 Efavirenz, emtricitabine, tenofovir
10 63 M �20 445 2008 Truvada, emtricitabine, tenofovir
11 60 M 64 184 2011 Truvada, emtricitabine, tenofovir
12 51 M �20 441 2005 Nevirapine, lamivudine, and azidovudin
13 66 M 68 288 1989 Abacavir, dolutegravir, lamivudine
14 46 M �20 514 2015 Emtricitabine, rilpivirine, tenofovir, ALA
15 52 M �20 1,191 2008 Ritonavir, atazanavir
16 52 M 1927 148 2008 Ritonavir, darunavir
17 62 M �20 430 1999 Truvada, maraviroc
19 45 M Undetectable 880 1994 Atazanavir, ritonavir
20 44 M �20 929 2012 Emtricitabine, rilpivirine, tenofovir, ALA
21 47 M 93 1,645 1999 Lopinavir, ritonavir
22 49 F �20 904 2006 Abacabir, dolutegravir

Matassoli et al.

November/December 2018 Volume 3 Issue 6 e00497-18 msphere.asm.org 10

msphere.asm.org


Monocyte and dendritic cell isolation and HP-BCD treatment. Fresh peripheral blood mononu-
clear cells (PBMCs) were obtained by Ficoll-Hypaque density gradient centrifugation. Monocytes were
negatively isolated from PBMCs with CD14 enrichment kits (StemCell Technologies, Vancouver, Canada),
according to the manufacturer’s protocol. The cells were cultured with RPMI supplemented with
L-glutamine and 10% FCS (complete medium). Dendritic cells were obtained as residual cells from
monocyte purifications and cultured with complete medium. Evaluation of DC subpopulations were
performed by selectively analyzing BDCA-1�, BDCA-2�, or BDCA-3� cells as described below.

The cells were treated with the indicated concentrations of 2-hydroxypropyl-beta-cyclodextrin
(HP-BCD) (Cyclodextrin Technologies Development, Inc. [CTD], High Springs, FL) for 1 h in serum-free
medium. The cells were washed and then cultured in complete medium with no HP-BCD for an
additional 48 h. Forty-eight hours after treatment, the cells were stimulated with 20 ng/ml of LPS for
different time periods, according to the analysis to be performed.

Cell viability. Monocytes were treated with different concentrations of HP-BCD as described, and cell
viability was assessed after 48 h of culture using a Cell-Titer blue kit (Promega, Madison, USA), according
to the manufacturer’s protocol.

Cholesterol measurement. Monocytes were treated with different concentrations of HP-BCD for 1 h
in serum-free medium. The cells were washed and then cultured in complete medium for 48 h.
Cholesterol content was measured 1 h after treatment and after 48 h of culture using Amplex Red
reagent (Thermo Fisher Scientific Inc., Pittsburgh, PA, USA), according to the manufacturer’s protocol.

The analysis of other sterols was performed on the cell pellets dried in a Savant SpeedVac
concentrator (Thermo Fisher Scientific Inc.) for 24 h. Cholesterol, noncholesterol sterols, and oxysterols
were extracted from dry aliquots (dry weight) using Folch reagent (chloroform-methanol [2:1 {vol/vol}]
with 0.25 mg BHT added per ml solvent) per 10 mg dried cell pellets. Extraction was performed for 12 h
at 4°C in a dark cold room. One milliliter of the Folch reagent underwent alkaline hydrolysis, extraction
of the free sterols and oxysterols, silylation to their corresponding (di)trimethylsilyl ethers prior to gas
chromatographic separation and detection by mass selective detection (for noncholesterol sterols or
oxysterols using epicoprostanol and the corresponding deuterium-labeled oxysterols as internal stan-
dards, respectively) as described in detail previously (52).

Expression of surface proteins and analysis of cell activation by flow cytometry. Monocytes
were treated with HP-BCD as described. To analyze the expression of CD36 and TNF-�, the cells were
stimulated with LPS for an additional 8 h, and 10 �g/ml of Brefeldin A was present for the last 4 h. To
analyze the expression of costimulatory molecules, cells were stimulated with LPS for 24 h. The cells were
incubated with APC-, FITC-, PE-PerCP-, PECy7-, and APC-Cy7-conjugated antibodies against CD14, CD36,
CD59, CD45, BDCA1, BDCA2, BDCA3, HLA-DR, and CD86 (eBioscience, California, USA) for 1 h at 4°C. For
intracellular TNF-� staining, cells were permeabilized and incubated with PerCP-conjugated anti-TNF-�
(eBioscience) for 1 h at 4°C. Event acquisition and analyses were performed with an Attune flow
cytometer (Thermo Fisher Scientific Inc.) and FlowJo software (Tree Star, Inc., Oregon, USA).

Cytokine secretion. Monocytes were treated with HP-BCD as described. After 48 h, cells were
stimulated with LPS for an additional 48 h. Culture supernatants were harvested, and the secretion of
IL-1�, IL-1RA, IL-2, IL-2R, IL-4, IL-7, IL-10, IL-12, IL-13, IP-10, MIG-1, TNF-�, IFN-�, and IFN-� was measured
by Bioplex assay (Bio-Rad, California, USA), according to the manufacturer’s protocol.

Expression of TNF-� and IL-10 mRNA. Monocytes were treated with HP-BCD as described. Then,
the cells were stimulated with LPS for 4 h or 24 h before analyzing the expression of TNF-� or IL-10
mRNAs, respectively. RNA was isolated from the cell lysates using TRIzol reagent (Thermo Fisher Scientific
Inc.), according to the manufacturer’s instructions. First-strand cDNA was synthesized using a High-
Capacity cDNA Archive kit (Thermo Fisher Scientific Inc.), according to the manufacturer’s instructions.
The cDNA was subjected to real-time PCR using Power SYBR Green PCR master mix reagent (Thermo
Fisher Scientific Inc.) using the following primers: TNF-� sense (5=-CAG AGG GAA GAG TTC CCC AGG
GAC-3=), TNF-� antisense (5=-CCT TGG TCT GGT AGG AGA CGG C0, IL-10 sense (5=- AAT AAG GTT TCT CAA
GGG GCT-3=), IL-10 antisense (5=-AGA ACC AAG ACC CAG ACA TCA A-3=), GAPDH sense (5=-GTG GAC CTG
ACC TGC CGT CT-3=), and GAPDH antisense (5=-GGA GGA GTG GGT GTC GCT GT-3=). The reaction was
carried out in a StepOnePlus real-time PCR system (Thermo Fisher Scientific Inc.), and the samples were
subjected to 50°C for 2 min, 95°C for 10 min, and 40 cycles, with 1 cycle consisting of denaturation (95°C,
15 s), primer annealing (55°C, 30 s), and primer extension (60°C, 1 min). The samples were subjected to
a melting curve analysis to eliminate primer dimers: 95°C for 15 s, 60°C for 1 min, and 95°C for 15 s. The
comparative CT method (ΔΔCt) was used to quantify gene expression levels with GAPDH used for
normalization.

Analysis of PI3K and MAPK expression and phosphorylation by Western blotting. Monocytes
were treated with the indicated concentrations of HP-BCD as described. Then the cells were stimulated
with LPS for 30 min. Cellular extracts were subjected to SDS-PAGE, followed by electrotransfer to a
nitrocellulose membrane (Thermo Fisher Scientific Inc.). The membranes were incubated with anti-PI3K,
anti-p-p38, anti-p38, anti-pERK, anti-ERK, and anti-GAPDH antibodies (Cell Signaling Technologies,
Boston, MA, USA), followed by incubations with HRP-conjugated secondary antibodies (Santa Cruz
Biotechnology). Super Signal West Pico chemiluminescent substrate (Thermo Fisher Scientific Inc.) was
used for protein detection according to the manufacturer’s instructions. The ratio of phosphorylated
proteins in relation to nonphosphorylated or constitutive protein was determined using ImageJ software.

Statistical analysis. Data were analyzed using the GraphPad Prism software (GraphPad Software,
San Diego, CA, USA). Comparisons among groups were performed by two-way ANOVA; P values of �0.05
were considered statistically significant.

HP-BCD as an Immunomodulatory Agent for HIV Infection

November/December 2018 Volume 3 Issue 6 e00497-18 msphere.asm.org 11

msphere.asm.org


ACKNOWLEDGMENTS
This work was supported by Coordination for the Improvement of Higher Education

Personnel (CAPES), CAPES-Science Without Borders program Special Visiting Re-
searcher, Brazilian National Council for Scientific and Technological Development
(CNPq), Carlos Chagas Filho Research Support Foundation (FAPERJ), Funding Authority
for Studies and Projects (FINEP), National Institutes of Health, and University of Cali-
fornia Los Angeles AIDS Institute (UCLA CFAR).

J.E.K.H. is supported by NIH grant 2013/21719-3, UCLA CFAR grant 5P30 AI028697,
and the UCLA AIDS Institute. F.L.M. and B.B.B. were recipients of a CNPq fellowship.

We thank Alvin George and Franklin Nouvet (UC Davis and University of Meharry)
and Ronaldo Rocha (UFRJ) for technical support.

REFERENCES
1. Giorgi JV, Hultin LE, McKeating JA, Johnson TD, Owens B, Jacobson LP,

Shih R, Lewis J, Wiley DJ, Phair JP, Wolinsky SM, Detels R. 1999. Shorter
survival in advanced human immunodeficiency virus type 1 infection is
more closely associated with T lymphocyte activation than with plasma
virus burden or virus chemokine coreceptor usage. J Infect Dis 179:
859 – 870. https://doi.org/10.1086/314660.

2. Hunt PW, Cao HL, Muzoora C, Ssewanyana I, Bennett J, Emenyonu N,
Kembabazi A, Neilands TB, Bangsberg DR, Deeks SG, Martin JN. 2011.
Impact of CD8� T-cell activation on CD4� T-cell recovery and mortality
in HIV-infected Ugandans initiating antiretroviral therapy. AIDS 25:
2123–2131. https://doi.org/10.1097/QAD.0b013e32834c4ac1.

3. Deeks SG, Kitchen CM, Liu L, Guo H, Gascon R, Narváez AB, Hunt P,
Martin JN, Kahn JO, Levy J, McGrath MS, Hecht FM. 2004. Immune
activation set point during early HIV infection predicts subsequent
CD4� T-cell changes independent of viral load. Blood 104:942–947.
https://doi.org/10.1182/blood-2003-09-3333.

4. Giorgi JV, Lyles RH, Matud JL, Yamashita TE, Mellors JW, Hultin LE,
Jamieson BD, Margolick JB, Rinaldo CR, Jr, Phair JP, Detels R, Multicenter
AIDS Cohort Study. 2002. Predictive value of immunologic and virologic
markers after long or short duration of HIV-1 infection. J Acquir Immune
Defic Syndr 29:346 –355. https://doi.org/10.1097/00126334-200204010
-00004.

5. Almeida CA, Price P, French MA. 2002. Immune activation in patients
infected with HIV type 1 and maintaining suppression of viral replication
by highly active antiretroviral therapy. AIDS Res Hum Retroviruses 18:
1351–1355. https://doi.org/10.1089/088922202320935429.

6. Wada NI, Jacobson LP, Margolick JB, Breen EC, Macatangay B, Penugonda S,
Martínez-Maza O, Bream JH. 2015. The effect of HAART-induced HIV sup-
pression on circulating markers of inflammation and immune activation.
AIDS 29:463–471. https://doi.org/10.1097/QAD.0000000000000545.

7. Gascon RL, Narváez AB, Zhang R, Kahn JO, Hecht FM, Herndier BG,
McGrath MS. 2002. Increased HLA-DR expression on peripheral blood
monocytes in subsets of subjects with primary HIV infection is asso-
ciated with elevated CD4 T-cell apoptosis and CD4 T-cell depletion.
J Acquir Immune Defic Syndr 30:146 –153. https://doi.org/10.1097/
00042560-200206010-00002.

8. Ancuta P, Kamat A, Kunstman KJ, Kim EY, Autissier P, Wurcel A, Zaman
T, Stone D, Mefford M, Morgello S, Singer EJ, Wolinsky SM, Gabuzda D.
2008. Microbial translocation is associated with increased monocyte
activation and dementia in AIDS patients. PLoS One 3:e2516. https://doi
.org/10.1371/journal.pone.0002516.

9. Planès R, Ben Haij N, Leghmari K, Serrero M, BenMohamed L, Bahraoui E.
2016. HIV-1 Tat protein activates both the MyD88 and TRIF pathways to
induce tumor necrosis factor alpha and interleukin-10 in human mono-
cytes. J Virol 90:5886 –5898. https://doi.org/10.1128/JVI.00262-16.

10. Angelovich TA, Hearps AC, Maisa A, Martin GE, Lichtfuss GF, Cheng WJ,
Palmer CS, Landay AL, Crowe SM, Jaworowski A. 2015. Viremic and
virologically suppressed HIV infection increases age-related changes to
monocyte activation equivalent to 12 and 4 years of aging, respectively.
J Acquir Immune Defic Syndr 69:11–17. https://doi.org/10.1097/QAI
.0000000000000559.

11. Belge KU, Dayyani F, Horelt A, Siedlar M, Frankenberger M, Franken-
berger B, Espevik T, Ziegler-Heitbrock L. 2002. The proinflammatory
CD14�CD16�DR�� monocytes are a major source of TNF. J Immunol
168:3536 –3542. https://doi.org/10.4049/jimmunol.168.7.3536.

12. Vaidya SA, Korner C, Sirignano MN, Amero M, Bazner S, Rychert J, Allen
TM, Rosenberg ES, Bosch RJ, Altfeld M. 2014. Tumor necrosis factor � is
associated with viral control and early disease progression in patients
with HIV type 1 infection. J Infect Dis 210:1042–1046. https://doi.org/10
.1093/infdis/jiu206.

13. Beyer M, Abdullah Z, Chemnitz JM, Maisel D, Sander J, Lehmann C,
Thabet Y, Shinde PV, Schmidleithner L, Köhne M, Trebicka J, Schierwa-
gen R, Hofmann A, Popov A, Lang KS, Oxenius A, Buch T, Kurts C,
Heikenwalder M, Fätkenheuer G, Lang PA, Hartmann P, Knolle PA,
Schultze JL. 2016. Tumor-necrosis factor impairs CD4� T cell-mediated
immunological control in chronic viral infection. Nat Immunol 17:
593– 603. https://doi.org/10.1038/ni.3399.

14. Orsilles MA, Pieri E, Cooke P, Caula C. 2006. IL-2 and IL-10 serum levels
in HIV-1-infected patients with or without active antiretroviral therapy.
APMIS 114:55– 60. https://doi.org/10.1111/j.1600-0463.2006.apm_108.x.

15. Brockman MA, Kwon DS, Tighe DP, Pavlik DF, Rosato PC, Sela J, Porichis
F, Le Gall S, Waring MT, Moss K, Jessen H, Pereyra F, Kavanagh DG,
Walker BD, Kaufmann DE. 2009. IL-10 is up-regulated in multiple cell
types during viremic HIV infection and reversibly inhibits virus-
specific T cells. Blood 114:346 –356. https://doi.org/10.1182/blood
-2008-12-191296.

16. Said EA, Dupuy FP, Trautmann L, Zhang Y, Shi Y, El-Far M, Hill BJ, Noto
A, Ancuta P, Peretz Y, Fonseca SG, Van Grevenynghe J, Boulassel MR,
Bruneau J, Shoukry NH, Routy JP, Douek DC, Haddad EK, Sekaly RP. 2010.
Programmed death-1-induced interleukin-10 production by monocytes
impairs CD4� T cell activation during HIV infection. Nat Med 16:
452– 459. https://doi.org/10.1038/nm.2106.

17. Teigler JE, Leyre L, Chomont N, Slike B, Jian N, Eller MA, Phanuphak N,
Kroon E, Pinyakorn S, Eller LA, Robb ML, Ananworanich J, Michael NL,
Streeck H, Krebs SJ, RV254/RV217 study groups. 2018. Distinct biomarker
signatures in HIV acute infection associate with viral dynamics and
reservoir size. JCI Insight 3:98420. https://doi.org/10.1172/jci.insight
.98420.

18. Duewell P, Kono H, Rayner KJ, Sirois CM, Vladimer G, Bauernfeind FG,
Abela GS, Franchi L, Nuñez G, Schnurr M, Espevik T, Lien E, Fitzgerald KA,
Rock KL, Moore KJ, Wright SD, Hornung V, Latz E. 2010. NLRP3 inflam-
masomes are required for atherogenesis and activated by cholesterol
crystals. Nature 464:1357–1361. https://doi.org/10.1038/nature08938.

19. Aye IL, Waddell BJ, Mark PJ, Keelan JA. 2012. Oxysterols exert proinflamma-
tory effects in placental trophoblasts via TLR4-dependent, cholesterol-
sensitive activation of NF-�B. Mol Hum Reprod 18:341–353. https://doi
.org/10.1093/molehr/gas001.

20. Reboldi A, Dang EV, McDonald JG, Liang G, Russell DW, Cyster JG. 2014.
25-Hydroxycholesterol suppresses interleukin-1-driven inflammation
downstream of type I interferon. Science 345:679 – 684. https://doi.org/
10.1126/science.1254790.

21. Dang EV, McDonald JG, Russell DW, Cyster JG. 2017. Oxysterol restraint
of cholesterol synthesis prevents AIM2 inflammasome activation. Cell
171:1057–1071.e11. https://doi.org/10.1016/j.cell.2017.09.029.

22. Meroni L, Riva A, Morelli P, Galazzi M, Mologni D, Adorni F, Galli M. 2005.
Increased CD36 expression on circulating monocytes during HIV infec-
tion. J Acquir Immune Defic Syndr 38:310 –313.

23. Renga B, Francisci D, D’Amore C, Schiaroli E, Mencarelli A, Cipriani S,
Baldelli F, Fiorucci S. 2012. The HIV matrix protein p17 subverts nuclear
receptors expression and induces a STAT1-dependent proinflammatory

Matassoli et al.

November/December 2018 Volume 3 Issue 6 e00497-18 msphere.asm.org 12

https://doi.org/10.1086/314660
https://doi.org/10.1097/QAD.0b013e32834c4ac1
https://doi.org/10.1182/blood-2003-09-3333
https://doi.org/10.1097/00126334-200204010-00004
https://doi.org/10.1097/00126334-200204010-00004
https://doi.org/10.1089/088922202320935429
https://doi.org/10.1097/QAD.0000000000000545
https://doi.org/10.1097/00042560-200206010-00002
https://doi.org/10.1097/00042560-200206010-00002
https://doi.org/10.1371/journal.pone.0002516
https://doi.org/10.1371/journal.pone.0002516
https://doi.org/10.1128/JVI.00262-16
https://doi.org/10.1097/QAI.0000000000000559
https://doi.org/10.1097/QAI.0000000000000559
https://doi.org/10.4049/jimmunol.168.7.3536
https://doi.org/10.1093/infdis/jiu206
https://doi.org/10.1093/infdis/jiu206
https://doi.org/10.1038/ni.3399
https://doi.org/10.1111/j.1600-0463.2006.apm_108.x
https://doi.org/10.1182/blood-2008-12-191296
https://doi.org/10.1182/blood-2008-12-191296
https://doi.org/10.1038/nm.2106
https://doi.org/10.1172/jci.insight.98420
https://doi.org/10.1172/jci.insight.98420
https://doi.org/10.1038/nature08938
https://doi.org/10.1093/molehr/gas001
https://doi.org/10.1093/molehr/gas001
https://doi.org/10.1126/science.1254790
https://doi.org/10.1126/science.1254790
https://doi.org/10.1016/j.cell.2017.09.029
msphere.asm.org


phenotype in monocytes. PLoS One 7:e35924. https://doi.org/10.1371/
journal.pone.0035924.

24. Rappocciolo G, Jais M, Piazza P, Reinhart TA, Berendam SJ, Garcia-
Exposito L, Gupta P, Rinaldo CR. 2014. Alterations in cholesterol metab-
olism restrict HIV-1 trans infection in nonprogressors. mBio 5:e01031-13.
https://doi.org/10.1128/mBio.01031-13.

25. DeLucia DC, Rinaldo CR, Rappocciolo G. 2018. Inefficient HIV-1 trans
infection of CD4� T cells by macrophages from HIV-1 nonprogressors is
associated with altered membrane cholesterol and DC-SIGN. J Virol
92:e00092-18. https://doi.org/10.1128/JVI.00092-18.

26. Davis ME, Brewster ME. 2004. Cyclodextrin-based pharmaceutics: past,
present and future. Nat Rev Drug Discov 3:1023–1035. https://doi.org/
10.1038/nrd1576.

27. Ory DS, Ottinger EA, Farhat NY, King KA, Jiang X, Weissfeld L, Berry-Kravis
E, Davidson CD, Bianconi S, Keener LA, Rao R, Soldatos A, Sidhu R,
Walters KA, Xu X, Thurm A, Solomon B, Pavan WJ, Machielse BN, Kao M,
Silber SA, McKew JC, Brewer CC, Vite CH, Walkley SU, Austin CP, Porter
FD. 2017. Intrathecal 2-hydroxypropyl-�-cyclodextrin decreases neuro-
logical disease progression in Niemann-Pick disease, type C1: a non-
randomised, open-label, phase 1-2 trial. Lancet 390:1758 –1768. https://
doi.org/10.1016/S0140-6736(17)31465-4.

28. Berry-Kravis E, Chin J, Hoffmann A, Winston A, Stoner R, LaGorio L,
Friedmann K, Hernandez M, Ory DS, Porter FD, O’Keefe JA. 2018. Long-
term treatment of Niemann-Pick type C1 disease with intrathecal
2-hydroxypropyl-�-cyclodextrin. Pediatr Neurol 80:24 –34. https://doi
.org/10.1016/j.pediatrneurol.2017.12.014.

29. Liao Z, Cimakasky LM, Hampton R, Nguyen DH, Hildreth JE. 2001. Lipid
rafts and HIV pathogenesis: host membrane cholesterol is required for
infection by HIV type 1. AIDS Res Hum Retroviruses 17:1009 –1019.
https://doi.org/10.1089/088922201300343690.

30. Liao Z, Graham DR, Hildreth JE. 2003. Lipid rafts and HIV pathogenesis:
virion-associated cholesterol is required for fusion and infection of
susceptible cells. AIDS Res Hum Retroviruses 19:675– 687. https://doi
.org/10.1089/088922203322280900.

31. Graham DR, Chertova E, Hilburn JM, Arthur LO, Hildreth JE. 2003. Cho-
lesterol depletion of human immunodeficiency virus type 1 and simian
immunodeficiency virus with beta-cyclodextrin inactivates and permea-
bilizes the virions: evidence for virion-associated lipid rafts. J Virol 77:
8237– 8248. https://doi.org/10.1128/JVI.77.15.8237-8248.2003.

32. Ambrose Z, Compton L, Piatak M, Jr, Lu D, Alvord WG, Lubomirski MS,
Hildreth JE, Lifson JD, Miller CJ, KewalRamani VN. 2008. Incomplete
protection against simian immunodeficiency virus vaginal transmission
in rhesus macaques by a topical antiviral agent revealed by repeat
challenges. J Virol 82:6591– 6599. https://doi.org/10.1128/JVI.02730-07.

33. Saraiva M, O’Garra A. 2010. The regulation of IL-10 production by
immune cells. Nat Rev Immunol 10:170 –181. https://doi.org/10.1038/
nri2711.

34. Arthur JS, Ley SC. 2013. Mitogen-activated protein kinases in innate
immunity. Nat Rev Immunol 13:679 – 692. https://doi.org/10.1038/
nri3495.

35. Plevin RE, Knoll M, McKay M, Arbabi S, Cuschieri J. 2016. The role of
lipopolysaccharide structure in monocyte activation and cytokine secre-
tion. Shock 45:22–27. https://doi.org/10.1097/SHK.0000000000000470.

36. Shi C, Wu F, Zhu XC, Xu J. 2013. Incorporation of beta-sitosterol into the
membrane increases resistance to oxidative stress and lipid peroxidation
via estrogen receptor-mediated PI3K/GSK3beta signaling. Biochim Bio-
phys Acta 1830:2538 –2544. https://doi.org/10.1016/j.bbagen.2012.12
.012.

37. Mujawar Z, Rose H, Morrow MP, Pushkarsky T, Dubrovsky L, Mukhame-
dova N, Fu Y, Dart A, Orenstein JM, Bobryshev YV, Bukrinsky M, Sviridov
D. 2006. Human immunodeficiency virus impairs reverse cholesterol
transport from macrophages. PLoS Biol 4:e365. https://doi.org/10.1371/
journal.pbio.0040365.

38. Feeney ER, McAuley N, O’Halloran JA, Rock C, Low J, Satchell CS, Lambert
JS, Sheehan GJ, Mallon PW. 2013. The expression of cholesterol metab-
olism genes in monocytes from HIV-infected subjects suggests intracel-
lular cholesterol accumulation. J Infect Dis 207:628 – 637. https://doi.org/
10.1093/infdis/jis723.

39. Brenchley JM, Price DA, Schacker TW, Asher TE, Silvestri G, Rao S, Kazzaz

Z, Bornstein E, Lambotte O, Altmann D, Blazar BR, Rodriguez B, Teixeira-
Johnson L, Landay A, Martin JN, Hecht FM, Picker LJ, Lederman MM,
Deeks SG, Douek DC. 2006. Microbial translocation is a cause of systemic
immune activation in chronic HIV infection. Nat Med 12:1365–1371.
https://doi.org/10.1038/nm1511.

40. Wilson EM, Singh A, Hullsiek KH, Gibson D, Henry WK, Lichtenstein K,
Önen NF, Kojic E, Patel P, Brooks JT, Sereti I, Baker JV, Study to Under-
stand the Natural History of HIV/AIDS in the Era of Effective Therapy
(SUN Study) Investigators. 2014. Monocyte-activation phenotypes are
associated with biomarkers of inflammation and coagulation in chronic
HIV infection. J Infect Dis 210:1396 –1406. https://doi.org/10.1093/infdis/
jiu275.

41. Mir KD, Bosinger SE, Gasper M, Ho O, Else JG, Brenchley JM, Kelvin DJ,
Silvestri G, Hu SL, Sodora DL. 2012. Simian immunodeficiency virus-
induced alterations in monocyte production of tumor necrosis factor
alpha contribute to reduced immune activation in sooty mangabeys. J
Virol 86:7605–7615. https://doi.org/10.1128/JVI.06813-11.

42. Arima H, Motoyama K, Matsukawa A, Nishimoto Y, Hirayama F, Uekama
K. 2005. Inhibitory effects of dimethylacetyl-beta-cyclodextrin on
lipopolysaccharide-induced macrophage activation and endotoxin
shock in mice. Biochem Pharmacol 70:1506 –1517. https://doi.org/10
.1016/j.bcp.2005.08.021.

43. Baranova IN, Kurlander R, Bocharov AV, Vishnyakova TG, Chen Z, Rema-
ley AT, Csako G, Patterson AP, Eggerman TL. 2008. Role of human CD36
in bacterial recognition, phagocytosis, and pathogen-induced JNK-
mediated signaling. J Immunol 181:7147–7156. https://doi.org/10.4049/
jimmunol.181.10.7147.

44. Lima-Salgado TM, Alba-Loureiro TC, do Nascimento CS, Nunes MT, Curi
R. 2011. Molecular mechanisms by which saturated fatty acids modulate
TNF-� expression in mouse macrophage lineage. Cell Biochem Biophys
59:89 –97. https://doi.org/10.1007/s12013-010-9117-9.

45. Yesner LM, Huh HY, Pearce SF, Silverstein RL. 1996. Regulation of mono-
cyte CD36 and thrombospondin-1 expression by soluble mediators.
Arterioscler Thromb Vasc Biol 16:1019 –1025. https://doi.org/10.1161/01
.ATV.16.8.1019.

46. Lee MK, Moore XL, Fu Y, Al-Sharea A, Dragoljevic D, Fernandez-Rojo MA,
Parton R, Sviridov D, Murphy AJ, Chin-Dusting JP. 2016. High-density
lipoprotein inhibits human M1 macrophage polarization through redis-
tribution of caveolin-1. Br J Pharmacol 173:741–751. https://doi.org/10
.1111/bph.13319.

47. Donaghy H, Gazzard B, Gotch F, Patterson S. 2003. Dysfunction and
infection of freshly isolated blood myeloid and plasmacytoid dendritic
cells in patients infected with HIV-1. Blood 101:4505– 4511. https://doi
.org/10.1182/blood-2002-10-3189.

48. Sabado RL, O’Brien M, Subedi A, Qin L, Hu N, Taylor E, Dibben O, Stacey
A, Fellay J, Shianna KV, Siegal F, Shodell M, Shah K, Larsson M, Lifson J,
Nadas A, Marmor M, Hutt R, Margolis D, Garmon D, Markowitz M,
Valentine F, Borrow P, Bhardwaj N. 2010. Evidence of dysregulation of
dendritic cells in primary HIV infection. Blood 116:3839 –3852. https://
doi.org/10.1182/blood-2010-03-273763.

49. Viard M, Parolini I, Sargiacomo M, Fecchi K, Ramoni C, Ablan S, Ruscetti
FW, Wang JM, Blumenthal R. 2002. Role of cholesterol in human immu-
nodeficiency virus type 1 envelope protein-mediated fusion with host
cells. J Virol 76:11584 –11595. https://doi.org/10.1128/JVI.76.22.11584
-11595.2002.

50. Carter GC, Bernstone L, Sangani D, Bee JW, Harder T, James W. 2009. HIV
entry in macrophages is dependent on intact lipid rafts. Virology 386:
192–202. https://doi.org/10.1016/j.virol.2008.12.031.

51. Khanna KV, Whaley KJ, Zeitlin L, Moench TR, Mehrazar K, Cone RA, Liao
Z, Hildreth JE, Hoen TE, Shultz L, Markham RB. 2002. Vaginal transmission
of cell-associated HIV-1 in the mouse is blocked by a topical, membrane-
modifying agent. J Clin Invest 109:205–211. https://doi.org/10.1172/
JCI13236.

52. Lütjohann D, Brzezinka A, Barth E, Abramowski D, Staufenbiel M, von
Bergmann K, Beyreuther K, Multhaup G, Bayer TA. 2002. Profile of
cholesterol-related sterols in aged amyloid precursor protein transgenic
mouse brain. J Lipid Res 43:1078 –1085. https://doi.org/10.1194/jlr
.M200071-JLR200.

HP-BCD as an Immunomodulatory Agent for HIV Infection

November/December 2018 Volume 3 Issue 6 e00497-18 msphere.asm.org 13

https://doi.org/10.1371/journal.pone.0035924
https://doi.org/10.1371/journal.pone.0035924
https://doi.org/10.1128/mBio.01031-13
https://doi.org/10.1128/JVI.00092-18
https://doi.org/10.1038/nrd1576
https://doi.org/10.1038/nrd1576
https://doi.org/10.1016/S0140-6736(17)31465-4
https://doi.org/10.1016/S0140-6736(17)31465-4
https://doi.org/10.1016/j.pediatrneurol.2017.12.014
https://doi.org/10.1016/j.pediatrneurol.2017.12.014
https://doi.org/10.1089/088922201300343690
https://doi.org/10.1089/088922203322280900
https://doi.org/10.1089/088922203322280900
https://doi.org/10.1128/JVI.77.15.8237-8248.2003
https://doi.org/10.1128/JVI.02730-07
https://doi.org/10.1038/nri2711
https://doi.org/10.1038/nri2711
https://doi.org/10.1038/nri3495
https://doi.org/10.1038/nri3495
https://doi.org/10.1097/SHK.0000000000000470
https://doi.org/10.1016/j.bbagen.2012.12.012
https://doi.org/10.1016/j.bbagen.2012.12.012
https://doi.org/10.1371/journal.pbio.0040365
https://doi.org/10.1371/journal.pbio.0040365
https://doi.org/10.1093/infdis/jis723
https://doi.org/10.1093/infdis/jis723
https://doi.org/10.1038/nm1511
https://doi.org/10.1093/infdis/jiu275
https://doi.org/10.1093/infdis/jiu275
https://doi.org/10.1128/JVI.06813-11
https://doi.org/10.1016/j.bcp.2005.08.021
https://doi.org/10.1016/j.bcp.2005.08.021
https://doi.org/10.4049/jimmunol.181.10.7147
https://doi.org/10.4049/jimmunol.181.10.7147
https://doi.org/10.1007/s12013-010-9117-9
https://doi.org/10.1161/01.ATV.16.8.1019
https://doi.org/10.1161/01.ATV.16.8.1019
https://doi.org/10.1111/bph.13319
https://doi.org/10.1111/bph.13319
https://doi.org/10.1182/blood-2002-10-3189
https://doi.org/10.1182/blood-2002-10-3189
https://doi.org/10.1182/blood-2010-03-273763
https://doi.org/10.1182/blood-2010-03-273763
https://doi.org/10.1128/JVI.76.22.11584-11595.2002
https://doi.org/10.1128/JVI.76.22.11584-11595.2002
https://doi.org/10.1016/j.virol.2008.12.031
https://doi.org/10.1172/JCI13236
https://doi.org/10.1172/JCI13236
https://doi.org/10.1194/jlr.M200071-JLR200
https://doi.org/10.1194/jlr.M200071-JLR200
msphere.asm.org

	RESULTS
	HP-BCD decreased CD36 and TNF- expression in monocytes obtained from chronic HIV patients. 
	HP-BCD inhibited the production of TNF- and IL-10 at transcriptional levels. 
	HP-BCD treatment inhibits p38 MAPK activation induced by LPS. 
	The expression of costimulatory molecules is impacted by HP-BCD treatment. 

	DISCUSSION
	MATERIALS AND METHODS
	Ethical statement and sample description. 
	Monocyte and dendritic cell isolation and HP-BCD treatment. 
	Cell viability. 
	Cholesterol measurement. 
	Expression of surface proteins and analysis of cell activation by flow cytometry. 
	Cytokine secretion. 
	Expression of TNF- and IL-10 mRNA. 
	Analysis of PI3K and MAPK expression and phosphorylation by Western blotting. 
	Statistical analysis. 

	ACKNOWLEDGMENTS
	REFERENCES

