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Liver X receptors (LXRs) are nuclear re-
ceptors regulating lipid and cholesterol
metabolism. Recent data revealed a cross
talk between LXR and Toll-like receptor
signaling in macrophages, indicating a
role in immunity. Here, we show that
LXR� is expressed in human myeloid
dendritic cells (DCs) and induced during
differentiation of monocyte-derived DCs,
whereas LXR� is expressed constitu-
tively at a very low level. LXR activation
by 2 different LXR agonists strongly inter-
fered with lipopolysaccharide (LPS)–

induced but not with CD40L-induced DC
maturation by altering DC morphology
and suppressing interleukin-12—but en-
hancing interleukin-10—secretion. LXR
activation in DCs largely blocked their
T-cell stimulatory ability despite essen-
tially unaltered expression of various an-
tigen-presenting and costimulatory mol-
ecules. Immunologic synapse formation
was significantly inhibited by LXR activa-
tion along with a complete block in LPS-
but not CD40L-induced expression of the
actin-bundling protein fascin. Notably,

overexpression of fascin in LXR agonist–
treated DCs restored immunologic syn-
apse formation and restored their ability
to activate T cells. In conclusion, our data
reveal LXR as a potent modulator of DC
maturation and function mediated in part
by blocking the expression of fascin. Due
to the central position of DCs in immunity,
LXR� could be a potential novel target for
immunomodulation. (Blood. 2007;109:
4288-4295)

© 2007 by The American Society of Hematology

Introduction

Liver X receptors (LXR� and LXR�) are nuclear receptors that are
activated by oxidized cholesterols (oxysterols) or synthetic ago-
nists such as T0901317 or GW-3965. LXRs dimerize with retinoid
X receptors to bind to its response elements in the promoters of
target genes.1-4 LXR� is highly expressed in metabolic active
organs such as liver, adipose tissue, and kidney, but also in
immunocompetent cells such as macrophages, whereas LXR�
occurs ubiquitously.5 LXRs have been shown to be implicated in
cholesterol, fatty acid, and glucose metabolism.6 Moreover, LXR
cross talk with inflammatory signaling pathways in macrophages
particularly Toll-like receptor (TLR) signaling has been shown.6-8

LXR agonists inhibit the lipopolysaccharide (LPS)/TLR4–induced
expression of inflammatory genes by interfering with nuclear
factor-�B signaling in macrophages.8

Dendritic cells (DCs) are the most potent antigen-presenting
cells (APCs) that are crucial as a linker between innate and
adaptive immune responses and play a key role in inflammatory
diseases such as atherosclerosis, rheumatoid arthritis, and allograft
rejection.9-12 After TLR activation, DCs transform from antigen-
capturing immature DCs (iDCs) into mature DCs (mDCs), a
process characterized by up-regulation of T-cell stimulatory cell
surface molecules, secretion of inflammatory cytokines, and opti-
mal T-cell stimulatory potency.13,14 Activation of T cells by APCs in
vivo depends on formation of an immunologic synapse (IS).15 This
specialized contact zone between T cells and the APC is dependent

on reorganization of cytoskeletal proteins in both participating cell
types.16,17 Active cytoskeletal changes result in the dynamic
clustering of T-cell surface receptors and signaling molecules at the
interface with the APCs.15,18 During IS formation, DCs actively
polarize filamentous actin (F-actin) toward the interface with
resting T cells. Fascin is a DC-specific actin-bundling protein
expressed only in mature but not in immature DCs19 that is required
for actin polarization in DCs during IS formation. Moreover, its
expression is a prerequisite for full T-cell activation.16,19 In addition
to initiation of immune responses, DCs are implicated in the
induction of central and peripheral tolerance under conditions of
hampered DC maturation.9,20-23 Hence, interfering with DC matura-
tion could be a promising option for immunosuppressive strategies
in organ transplantation and treatment of inflammatory diseases.24

The biologic role of LXRs in DCs is unknown so far. We show
here that LXR� is highly expressed in human DCs and that
treatment of DCs with LXR agonists affects DC phenotype and
function particularly following LPS/TLR4-induced maturation.
Thereby, LXR activation leads to impaired IS formation and
markedly reduced capacity to promote T-cell activation in mDCs.
Molecular studies revealed that the inhibitory effects of LXRs on
DC-mediated T-cell activation are caused by a failure of LPS-
stimulated DCs to express fascin. Thus, LXRs not only exert
inhibitory effects on the innate immune system, but also affect
adaptive immunity by interfering with DC maturation and function.
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These findings indicate that LXR� could be an interesting novel
drug target for immunosuppressive agents.

Materials and methods

Cell isolation and culture

Peripheral blood mononuclear cells (PBMCs) were isolated from acid
citrate dextrose (ACD) buffy coats of healthy (70% male; no sex-specific
differences were observed; data not shown) donors by density gradient
centrifugation using Ficoll-Pacque (Pharmacia, Uppsala, Sweden). For
isolation of myeloid DCs, PBMCs were depleted from monocytes by
anti-CD14–conjugated magnetic MicroBeads (Miltenyi Biotec, Bergisch
Gladbach, Germany). Peripheral blood myeloid DCs (purity � 80%) were
magnetically isolated from CD14� cells using the CD1c (BDCA-1)
Dendritic Cell Isolation Kit (Miltenyi Biotec) according to the manufactur-
er’s instructions. Myeloid DCs (2 � 105 cells/mL) were directly analyzed
or cultured for 2 days in culture medium consisting of RPMI 1640
(Invitrogen, Groningen, the Netherlands) including 50 U/mL penicillin and
50 �g/mL streptomycin, 2 mM glutamine (Invitrogen), and 10% fetal
bovine serum (Hyclone, Logan, UT).

For monocyte-derived DC differentiation, CD14� monocytes were
isolated from PBMCs by magnetic cell sorting using anti-CD14–conjugated
magnetic microbeads (Miltenyi Biotec) achieving a purity of 95% to 99%.
DCs were differentiated and matured as described25 in RPMI including
supplements as described for myeloid DCs. LXR agonists T0901317
(Calbiochem, San Diego, CA) and GW-3965 (generously provided by T.
Willson and J. Collins; GlaxoSmithKline, Philadelphia, PA) were added
at day 2 at 2 �M and did not affect cell viability as assessed by
propidium-iodide (Sigma, St Louis, MO) staining. Key experiments
were repeated with addition of LXR agonists at day 5 yielding
essentially the same results (not shown). For morphologic and immuno-
fluorescence analysis, cells were embedded with mounting medium
Vectashield (Vector Laboratories) and evaluated by light microscopy on
an Aristoplan 307 microscope (Leitz, Wetzlar, Germany) using a Pl
Fluotar Phaco 2 40�/0.70 objective lens. Images were captured with a
300F camera (Leica Microsystems, Wetzlar, Germany) and analyzed by
Leica IM500 software.

CD3� T cells (purity � 95%) were isolated by magnetic depletion of non-T
cells, as described.26 For highly purified CD4� and CD8� T cells (purity
� 98%), additional beads labeled with mAbs against CD19 (J4.119), CD56
(C218), CD34 (581), CD41 (P2), glycophorinA(11E4B7.6), and CD8 (B9.11) or
CD4 [13B9.2] were included.27 All antibodies were purchased from Immunotech
(Marseille, France). Naive CD4�CD45RA� T-helper cells (purity � 85%) were
isolated from PBMCs using the naive CD4� T-cell isolation Kit (Miltenyi Biotec)
according to the manufacturer’s instructions.

Gene expression analysis

Total RNA was isolated and reverse-transcribed as described,25 with the
modification of adding Glycoblue (Ambion, Austin, TX) for coprecipita-
tion. Expression of LXR�, LXR�, and RXR� mRNAs was quantitated by
quantitative real-time reverse-transcription–polymerase chain reaction (QRT-
PCR) using Taqman Assays-on-Demand (Applied Biosystems, Foster City,
CA) according to the manufacturer’s instructions and normalized to 18S
RNA using the comparative dCt-method.28

Cytokine production and cell surface marker expression

Cytokines secreted by DCs (interleukin-12p40 [IL-12p40], IL-12p70,
and IL-10) and T cells (IL-2, IFN-	, IL-4, IL-5, IL-10, and IL-13) were
analyzed by enzyme-linked immunosorbent assay (ELISA) as de-
scribed29 or by commercially available kits (all R&D Systems, Minne-
apolis, MN). Surface molecule expression was analyzed by FITC-
labeled anti-CD40 (Immunotech) and anti–human leukocyte antigen–DR
(HLA-DR), and PE-labeled anti-CD80, anti-CD86, anti–HLA-ABC,
and anti–mannose receptor (MR; all BD Biosciences, San Jose, CA). For
analyzing T-cell activation, T cells were stained with FITC-labeled

anti–T-cell receptor (TCR) or allophycocyanin-labeled anti-CD3, to-
gether with PE-labeled anti-CD25 or anti-CD69 (BD Biosciences),
respectively. Cells were analyzed on a FACSCalibur flow cytometer
(Becton Dickinson, San Jose, CA).

Mixed leukocyte reaction (MLR)

DCs were irradiated (30 gray, 137Cs source), washed, and subsequently
added at increasing cell numbers to 1 � 105 allogeneic CD3�, CD4�, or
CD8� T cells in 96-well culture plates, and proliferation was determined
after pulsing with 1 �Ci (0.037 MBq) [3H]-thymidine (ICN Pharmaceuti-
cals, Irvine, CA) at day 4 of culture as described.26 To assess cytokine
production and activation markers of T cells in MLR, mature DCs
(2 � 105/well) were cocultured with 1.5 � 106 CD3� T cells for 2 days in
12-well plates. For restimulation experiments, T cells from day 4 of the
MLR were washed and rested for 24-hour culture medium including
supplements as described above and restimulated with 10 ng/mL PMA
(Sigma) and 1 �M ionomycin (Sigma) for 96 hours. Subsequently, the
cell-free supernatant was analyzed for cytokine production.

Transfection of DCs

A pEGFP-C1-fascin-1 plasmid containing the full-length of human fascin-1
coding sequence (1.5 kb, GenBank U09873) was generously provided by
Josephine C. Adams (Lerner Research Institute, Ohio) and used for
transfection along with pEGFP-C1 empty vector plasmid (Clontech Labora-
tories, Palo Alto, CA). After 1-day maturation of DCs with LPS, the cells
were harvested, washed with PBS, and resuspended in the specified
electroporation buffer (Amaxa, Cologne, Germany) to a final concentration
of 2 � 106 cells/mL. Plasmid DNA (15 �g) was mixed with 0.1 mL cell
suspension, transferred to a 2.0-mm electroporation cuvette, and transfected
with an Amaxa Nucleofector apparatus (Amaxa). After electroporation,
cells were immediately transferred to 2 mL culture medium and cultured for
24 hours in 6-well plates at 37°C. Optionally, transfected pEGFP-C1–
positive and pEGFP-C1-fascin fusion protein–positive cells were subjected
to fluorescence-activated cell sorting (FACS, FACSAria; BD Biosciences)
and were used for further experiments. The viability of DCs directly and
24 hours after transfection was 90% and 50%, respectively, whereas
48 hours after transfection the viability was essentially less than 20%,
which was not sufficient for activating peripheral T cells in our study. The
purity of sorted cells was generally more than 98%.

Analysis of IS formation

For superantigen stimulation, transfected or CellTracker Orange (CMTMR;
Molecular Probes, Eugene, OR)–labeled untransfected DCs were pulsed
with 5 �g/mL staphylococcal enterotoxin E (SEE; Toxin Technology,
Saratosa, FL) in Hank balanced salt solution (HBSS) at 37°C for
30 minutes. After washing, DCs were incubated with Jurkat E6-1 T cells at a
ratio of 1:1 at 37°C for 30 minutes. Of note, Jurkat T cells spontaneously
form conjugates with DCs even in unstimulated cells (data not shown).
Relocalization of CD3 and PKC
 toward the IS was analyzed as de-
scribed.30 The percentage of T cells forming conjugates with DCs was
determined by counting at least 100 T-cell/DC conjugates per blinded
sample by 2 individuals. No relocalization of CD3 was seen without SEE
stimulation (data not shown).

Intracellular fascin staining

For intracellular fascin staining, cells were permeabilized with methanol for
30 minutes at room temperature, and washed twice with PBS/1% BSA
(Sigma). Cells were stained with anti–human fascin 1 mAb 55K-2 from
Santa Cruz Biotechnology (Santa Cruz, CA) followed by staining with
FITC-labeled goat anti–mouse F(ab�)2 Ab (DAKO, Glostrup, Denmark).
All antibodies were incubated for 30 minutes at 4°C. After washing with
PBS/1% BSA, fascin staining of cells was analyzed on a FACSCalibur.

For immunofluorescence images, cells (1 � 106) were mechanically
detached from plates washed with PBS and allowed to settle on poly-L-
lysine–coated slides (Marienfeld, Lauda-Koenigshofen, Germany) for
30 minutes on ice. For fascin staining, cells were permeabilized with
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methanol for 30 minutes at room temperature and treated with the
anti–human fascin Ab in PBS/1% BSA followed by Alexa Fluor 488–
labeled F(ab�)2 fragment of goat antimouse (Molecular Probes). All
antibodies were incubated for 30 minutes at 4°C. After washing with PBS,
slides were dried by a piece of paper and embedded with mounting medium
(Vector Laboratories, Burlingame, CA).

Statistics

Data are presented in means � SEM. Comparisons were performed by
2-tail unpaired Student t test, and a P value less than .05 was considered
statistically significant.

Results

Human DCs highly express LXR�

To investigate whether human DCs express LXRs, we analyzed
CD1c� myeloid DCs purified from peripheral blood. We found that
freshly isolated myeloid DCs expressed significantly more LXR�
mRNA compared with monocytes (�56%; P 
 .04). Notably,
myeloid DCs strongly up-regulated LXR� expression (about
15-fold) after 2 days of culture (Figure 1A), when they resemble
fully differentiated DCs as found in peripheral tissues.31 Since
monocyte-derived DCs are a useful model system for studying DCs
in vitro, we examined LXR� expression in these cells. Immature
DCs expressed about 16 times more LXR� mRNA than mono-
cytes, and LXR� expression was not significantly up-regulated
after 2 days of LPS-induced maturation (Figure 1A). mRNA
concentrations of LXR� and LXR� at day 0 (d0) were very similar
to each other as estimated by nearly identical dCt values (9.2 � 0.4
vs 8.6 � 0).3 Taking into account the marked up-regulation of
LXR� during DC differentiation, these data indicate that LXR� is
by far the prominent LXR isoform in DCs. In addition, RXR�, the
heterodimer partner of LXRs, was uniformly expressed in mono-
cytes and different types of DCs (data not shown).

LXR agonist treatment affects DC phenotype

The strong induction of LXR� in DCs points to a possible
functional role of LXR in these cells. First, we examined the impact
of LXR agonists (T0901317 and GW-3965) on the morphology of
immature and mature monocyte-derived DCs in culture. iDCs show
unaltered morphology when treated with LXR agonist (Figure 2A).

Figure 1. LXR�, LXR�, and RXR� expression in human DCs. (A) mRNA
expression of LXR� was analyzed in human peripheral blood CD14� monocytes (set
to 100%), myeloid DCs (myDCs) directly after isolation and after 2 days in culture
(2d-myDCs), as well as of monocyte-derived immature DCs (iDCs) and mature DCs
(mDCs) by QRT-PCR. (B) LXR� and LXR� induction during DC differentiation. LXR�
and LXR� mRNA expression were analyzed at different time points during DC
differentiation from monocytes (d0 set to 100%). Data show means and SEM of 4
independent experiments.

Figure 2. Effect of LXR agonist treatment
on DC morphology, differentiation, and
maturation. Immature DCs (iDCs) were dif-
ferentiated for 7 days and left untreated
(control) or treated from day 2 on with 2 �M
of the LXR agonists T0901317 (T09) or
GW-3965 (GW). Mature DCs were obtained
from iDCs by incubation with LPS for the last
2 days. (A) The maturation-induced cluster-
ing of DCs and morphologic changes were
analyzed by a phase-contrast microscopy.
Bar represents 30 �m. Similar results were
obtained in 4 different experiments. (B) Sur-
face molecule expression as analyzed by
immunofluorescence and flow cytometry.
Histograms illustrate staining with isotype
control mAb (open profile, fine line), and
staining with mAb of the indicated specificity
of untreated DCs (solid profiles) and of
T0901317-treated (T09) DCs (open profiles,
bold line). The logarithm of fluorescence
intensities (FIs) is given in the abscissa
spanning 4 orders of magnitude. One typical
experiment of 10 is shown. Essentially iden-
tical results were obtained with GW-3965
(n 
 4; data not shown).
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After DC maturation by LPS, untreated mDCs become nonadher-
ent to plastic and form large clusters (Figure 2A). However, LXR
agonist–treated DCs remained adherent to the culture plate after
LPS-induced maturation, formed only few cell clusters, and
exhibited a widespread shape (Figure 2A).

Expression of a variety of cell surface molecules normally
present on iDCs (CD1b, CD1c, CD14, CD80, CD86, HLA-ABC,
and HLA-DR) was essentially unaltered by LXR agonist treatment
(P � .05), whereas expression of CD1a and CD40 was moderately
but significantly decreased (Figure 2B). In DCs that have been
stimulated by LPS to induce maturation, the expected up-
regulation of distinct surface molecules CD40, CD80, and HLA-DR
as well as their final expression in mDCs were essentially
unaffected by both LXR agonists with the exception of CD86 and
HLA-ABC expression, whose expression was reduced to a moder-
ate but statistically significant extent (Figure 2B). Thus, despite the
gross alterations in mDC shape, LXR activation had only a minor
impact on surface molecule expression of immature and mature DCs.

LXR agonist treatment affects DC function

To investigate a potential functional role of LXRs in DCs, we first
analyzed the impact of LXR agonists on DC cytokine production.
Secretion of IL-12p40 and the functional form IL-12p70 was
significantly decreased in LXR agonist–treated compared with
untreated mDCs (Figure 3A). In contrast, production of IL-10 was
increased by more than 5-fold in LXR agonist–treated compared
with untreated mDCs.

The most important function of DCs is their ability to activate T
cells. When stimulated with LXR agonist–treated compared with
untreated mDCs, allogeneic T cells showed markedly reduced
CD25 and CD69 surface expression as well as significantly
reduced production of the T-helper cell type 1 (Th1) cytokines IL-2
and IFN-	 (Figure 3B-C; also see Figure S1, available on the Blood
website by clicking on the Supplemental Figure link at the top of
the online article). Since Th2 cytokine secretion was not detectable
in primary allogeneic MLR (data not shown), we restimulated these
cells with PMA/ionomycin.32 The production of Th2 cytokine IL-5
was increased in restimulated cells, whereas IL-4, IL-10, and IL-13
were not significantly altered (Figure 3D). The production of IFN-	

was also down-regulated in restimulated cells. These data suggest
that LXR activation in DCs not only inhibits Th1 responses but also
promotes polarization toward a Th2 response. The final hallmark of
T-cell activation is induction of proliferation. Stimulation of CD4�

T cells by DCs is considered to rely mainly on expression of major
histocompatability complex (MHC) class II molecules.13,33,34 How-
ever, although MHC II (HLA-DR) expression was unaltered in
LXR agonist–treated mDCs (Figure 2B), their ability to induce
proliferation of allogeneic CD4�, CD8�, as well as naive CD4�

CD45RA� T cells was drastically reduced to a level comparable
with that of iDCs (Figure 4A; and data not shown). Notably, LXR
agonists did not directly affect T-cell proliferation as assessed by
stimulating T cells with CD3/28 antibodies in presence and absence
of LXR agonist (data not shown and Walcher et al35).

The block in T-cell stimulatory capacity of LXR agonist–treated
mDCs emphasized an interference of LXR with the process of DC
maturation. Since DC maturation can be accomplished by different
stimuli, we next tested whether the alterations found in LPS-
induced mDCs were also apparent when DC maturation was
induced by CD40Ligand (CD40L). However, the inhibitory effect
of LXR agonist on DC-induced CD4� T-cell proliferation did not
occur with CD40L-induced mDCs (Figure 4B). Taken together,
LXR agonist treatment strongly impaired critical mDC functions
including T-cell activation selectively after LPS- but not CD40L-
induced maturation.

LXR agonist treatment strongly impairs fascin expression and
IS formation

Several findings of this study (eg, alterations in cell morphology,
DC clustering, and impairment of CD4� T-cell stimulation in MLR
despite unaltered MHC II expression) pointed to a possible
involvement of LXRs in regulating cytoskeletal functions in
TLR4-matured mDCs. Since the actin-bundling protein fascin is
strongly related to DC cytoskeletal functions such as dendrite
formation and required for DC-mediated T-cell stimulation, we
analyzed its expression in DCs following LXR agonist treatment.19

LPS-induced expression of fascin as assessed by flow cytometry
was essentially abolished by LXR agonists (Figure 5A). Along with
unaltered induction of CD4� T-cell proliferation (Figure 3C), the

Figure 3. LXR agonist treatment of DCs leads to altered cytokine production and diminished ability to activate T cells. (A) Immature monocyte-derived DCs (iDCs)
were differentiated for 7 days and left untreated (control) or treated from day 2 on with 2 �M of the LXR agonists T0901317 (T09). Mature DCs were obtained from iDCs by
incubation with LPS for the last 2 days. After 2 days of LPS-induced DC maturation, cell-free supernatants were analyzed for IL-12p40, IL-12p70, and IL-10 secretion by ELISA
in 7 different experiments. (B) Allogeneic T cells were cocultured with untreated or T0901317-treated (T09) iDCs and mDCs, respectively. CD25 and CD69 expression on CD3�

T cells was analyzed by flow cytometry after 2 days of coculture in 3 independent experiments. (C) Allogeneic T cells were cocultured for 2 days with DCs that have been treated
or not with T09 as in panel B, and cell-free supernatants were analyzed for IL-2 and IFN-	 secretion (n 
 3). (D) T-cell restimulaton. After 4 days of coculture, T cells were
extensively washed, and restimulated with PMA/ionomycin. Cell-free supernatants of cocultures were analyzed for secretion of indicated cytokines. Significance versus
untreated iDCs (*P � .05) or mDCs (***P � .001). Data show the means and SEM of 3 independent experiments.
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expression of fascin in LXR agonist–treated and CD40L-matured
DCs remained essentially unaffected (Figure 5A). In addition,
the LXR agonist–induced inhibition of fascin expression on
LPS-matured DCs was further analyzed by immunofluorescence
microscopy. Whereas untreated LPS-matured DCs showed nu-
merous fascin-containing dendrites following mechanical detach-

ment from the plate for immunofluorescence analysis, LXR
agonist–treated mDCs almost completely lacked fascin expres-
sion and dendrites (Figure 5B lower panel). These findings
emphasize a critical role of blocked fascin expression in the
LXR-mediated DC maturation defect.

Sustained TCR engagement by mDCs is important for full
T-cell activation and depends on the formation of the IS. Actin
cytoskeletal polarization in DCs that includes fascin was shown to
be essential for IS formation.35 As shown in Figure 6, IS formation
(as assessed by the number of conjugates with relocalized CD3)
was low with iDCs (18.5% � 0.5%) and independent of LXR
agonist treatment. IS formation was also not altered by LXR
agonist treatment with mDCs that had been matured with CD40L
(42.5% � 1.5% vs 41.5% � 8.2% in LXR agonist–treated vs
untreated DCs). In contrast, the number of conjugates with
relocalized CD3 was markedly diminished in LXR agonist–treated
compared with untreated mDCs (28.6% � 4.4% vs 46.2% � 4%)
when DCs had been matured with LPS (Figure 6). Relocalization
of PKC
 to the IS was not affected by LXR agonist treatment
(Figure 6). Thus, the LXR-mediated blockage of fascin expression
in LPS but not CD40L-matured DCs strikingly correlates with the
blunted ability of mDCs to present the T-cell receptor/CD3
complex within the context of an IS and subsequent T-cell
activation.

Overexpression of fascin in LXR agonist–treated mDCs
restores their ability to form an IS and activate T cells

In order to test whether blunted fascin expression underlies
LXR-mediated inhibition of IS formation and DC-induced T-cell
activation, we transfected LXR agonist–treated and untreated iDCs
and mDCs with either a plasmid encoding the GFP-linked full-
length human fascin protein (fascin) or the empty GFP expression
vector (vector). The transfection efficiency of iDCs with either
vector or fascin plasmid was about 30% (data not shown).
Transfection of mDCs resulted in 24% positive cells when trans-
fected with the vector plasmid and about 14% when transfected
with the fascin plasmid (data not shown). LXR agonist treatment
reduced the transfection efficiency of mDCs transfected with the

Figure 5. LPS- but not CD40L-matured LXR agonist–treated DCs fail to up-regulate fascin expression. (A) Immature DCs (iDCs) were differentiated for 7 days and left
untreated (control) or treated from day 2 on with 2 �M of the LXR agonist T0901317 (T09). Mature DCs were obtained from iDCs by incubation with LPS or CD40L for the last 2 days.
Histograms with open profiles (fine line) represent a staining pattern with an isotype control. T0901317-treated DCs (open profiles with bold line) and untreated DCs (solid profiles) show a
staining pattern with the antifascin Ab. Typical histograms and diagrams showing mean of fluorescence intensities related to those obtained from untreated mDCs � SEM of at least 4
independent experiments are given. Significance versus untreated mDCs: ***P � .001. (B) Typical light microscopy images and immunofluorescence staining of fascin of untreated and
T09-treated LPS-matured DCs with different magnifications are shown. Bar represents 10 �m. Similar results were obtained in 4 different experiments.

Figure 4. LPS- but not CD40L-matured LXR agonist–treated DCs fail to
stimulate T cells. (A) Immature DCs (iDCs) were differentiated for 7 days and left
untreated (control) or treated from day 2 on with 2 �M of the LXR agonist T0901317
(T09). Mature DCs were obtained from iDCs by incubation with LPS for the last 2
days. At day 7, immature and LPS-matured DCs were washed extensively, irradiated,
and cocultured with 1 � 105 allogeneic purified CD4� T cells at the indicated ratios.
After 4 days, proliferation was measured by [3H]-thymidine incorporation in 4
independent experiments. (B) Allogeneic MLRs were performed as described for
panel A using LPS- and CD40-matured DCs, respectively. *P � .05 for difference
between T09-treated versus untreated DCs. Data show the means and SEM of 4
independent experiments.
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vector plasmid to 14% and fascin plasmid to 7% (data not shown).
IS formation of DCs pulsed with superantigen SEE was assessed by
CD3 relocalization to the T-cell/DC interface. Approximately 16%
of conjugates between plasmid-expressing iDCs and T cells
relocalized CD3 to the IS independently of LXR agonist treatment
and the type of transfected plasmid (Figure 7A). As expected from
untransfected cells (Figure 6), LXR agonist treatment inhibited
CD3 relocalization of T cells to vector-transfected mDCs down to
levels found in iDCs. However, CD3 relocalization to the IS was
completely restored in LXR agonist–treated mDCs that were
transfected with fascin (Figure 7A). These data show that fascin
expression alone is sufficient to prevent the LXR-mediated block in
IS formation of LPS/TLR4-stimulated DCs.

To further evaluate the biologic importance of decreased fascin
expression for LXR-mediated inhibition of DC-induced T-cell
activation, we analyzed activation marker expression of T cells
stimulated with isolated vector- or fascin-transfected mDCs. Fascin
transfection had no effect on induction of CD25 and CD69 on T

cells stimulated with untreated SEE-pulsed mDCs (Figure 7B).
Induction of CD25 and CD69 expression was largely reduced by
LXR agonist treatment in vector-transfected mDCs as expected
from data with allogeneic T cells (Figure 7B; cf Figure 3A-B).
Strikingly, when cells were transfected with fascin, the inhibitory
effect of LXR agonist treatment on mDC-induced T-cell activation
marker expression was significantly neutralized (Figure 7B). These
data indicate that down-regulation of fascin expression constitutes
one molecular mechanism by which LXR mediates its inhibitory
action in mDCs to reduce their T-cell stimulatory ability.

Discussion

Nuclear receptors regulate gene expression for a variety of cellular
functions including metabolic processes. From the so-called orphan
nuclear receptors that are mostly involved in metabolic regulation, only

Figure 6. LPS- but not CD40L-matured
LXR agonist–treated DCs fail to induce IS
formation. Immature DCs (iDCs) were differ-
entiated for 7 days and left untreated (con-
trol) or treated from day 2 on with 2 �M of the
LXR agonist T0901317 (T09). Mature DCs
were obtained from iDCs by incubation with
LPS or CD40L for the last 2 days. Mature
DCs were pulsed with superantigen for
30 minutes and incubated with Jurkat T cells
for an additional 30 minutes. CD3� and
PKC
 relocalization was visualized by indi-
rect immunofluorescence. Typical examples
of conjugates, negative (left) or positive (right)
for relocalization of CD3� and PKC
, are
shown. Bar represents 10 �m. The diagram
shows the percentage of conjugates counted
positive for CD3� and PKC
 relocalization in
means � SEM of 4 independent experi-
ments. Significance versus untreated mDCs:
*P � .05.

Figure 7. Overexpression of fascin in LXR agonist–
treated DCs leads to enhanced IS formation and
further T-cell activation. Immature DCs were differenti-
ated for 6 days and left untreated (untr) or treated from
day 2 on with 2 �M LXR agonist T0901317 (T09). Mature
DCs were obtained from iDCs by incubation with LPS for
the last day. iDCs and mDCs were then transfected with
pEGFP-C1-vector (vector) or pEGFP-C1-fascin (fascin)
plasmid. (A) At 24 hours after transfection, DCs were
pulsed with superantigen for 30 minutes and incubated
with Jurkat T cells for an additional 30 minutes. CD3�
relocalization was visualized by indirect immunofluores-
cence. Typical examples of conjugates, negative (left) or
positive (right) for relocalization of CD3�, are shown. Bar
represents 10 �m. The diagram shows the percentage of
conjugates counted positive for CD3� relocalization in
means � SEM of 4 independent experiments. Signifi-
cance versus T09 � vector: *P � .05. (B) At 24 hours
after transfection, GFP-positive DCs were FACS sorted
to a purity of 98%. FACS-sorted pEGFP-C1–positive DCs
were pulsed with superantigen for 30 minutes and incu-
bated with Jurkat T cells at a DC/T-cell ratio of 1:8 and
1:16 for 24 hours. Expression of CD25 and CD69 was
analyzed by 2-color flow cytometry. Diagram shows
geometric mean fluorescence intensities (MFIs) � SEM
related to those obtained from T09-treated vector–
transfected DCs (T09 � vector, set to 100%) of 3
independent experiments. Significance versus T09-
vector: *P � .05.
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peroxisome proliferator-activated receptor 	 (PPAR	) has been de-
scribed to control DC function so far.31,36,37 Here we show that LXR�,
the LXR paralogue known to be primarily involved in regulation of lipid
metabolism, is highly expressed in peripheral myeloid as well as
monocyte-derived DCs along with constitutive expression of LXR� and
the heterodimer partner RXR. The abundant expression of LXR�
compared with LXR� in DCs indicates that LXR� is the predominant
LXR in DCs, and effects of unselective LXR�/� agonists as used here
are mediated primarily via LXR�. Moreover, the strong induction of
LXR� during DC differentiation suggests a physiological role of this
nuclear receptor in DCs.

Data on the impact of LXRs in immunity have essentially been
confined to the innate part of the immune system, particularly by
controlling cholesterol efflux and inflammatory cytokine production in
macrophages.8,38 In contrast, few effects of LXR agonists have been
reported on the adaptive immune system namely on T-cell cytokine
production without directly affecting T-cell proliferation.35 The data
presented here point to a critical role of LXR� in DCs, which link innate
and adaptive immunity. The functionally most significant finding in our
study is that DC-induced T-cell proliferation was abolished when LXR
agonist–treated DCs were used as stimulators. Since activation of
primary T cells depends on DCs, these data suggest a profound block in
primary T-cell responses upon LXR agonist treatment.

Our data on diminished T-cell stimulation despite essentially
unaltered stimulatory molecule expression on the DC surface
support the notion that surface expression of these molecules alone
does not account for the exceptional ability of DCs to activate
antigen-dependent immune responses.37,39 However, functional
actin cytoskeleton is required for full T-cell activation including IS
formation and DC-driven T-cell activation independent of MHC II
expression.19 Thus, our data on blocked IS formation and unaltered
MHC II expression in LXR agonist–treated DCs suggest that
alterations in cytoskeletal function could underlie the observed
defects in DC-mediated T-cell proliferation.

Induction of the actin-bundling protein fascin40,41 following LPS-
induced DC maturation was almost completely abolished by LXR
agonist treatment along with impaired T-cell stimulatory capacity.
Support for an involvement of fascin in LXR-mediated effects comes
from our experiments with CD40L-matured DCs, in which LXR
agonist treatment did not inhibit induction of fascin expression along
with only minimal impairment of their T cell-stimulatory capacity.
Based on these data, we hypothesized that lack of fascin expression is a
crucial mechanism of the inhibitory effects of LXR in DCs. According
to the function of cytoskeletal rearrangements in IS formation, overex-
pression of fascin in LXR agonist–treated DCs completely restored
DC-induced CD3 relocalization to the IS, indicating that diminished
fascin expression is a crucial mechanism by which LXR regulates IS
formation. Moreover, these data illustrate the requirement of fascin in
human DCs for IS formation. Unfortunately, the viability of human DCs
rapidly declined within a few days following transfection thereby
preventing induction of significant T-cell proliferation by transfected
DCs and a direct test of restored DC fascin expression on this readout.
Nonetheless, restoration of CD25 and CD69 expression on T cells
stimulated with LXR agonist–treated DCs by overexpressing fascin
strongly indicated the functional significance of impaired IS formation
due to LXR-mediated abolishment of fascin expression in LPS-matured
DCs. Since functional restoration by fascin overexpression was not
complete, additional mechanisms of LXR action on DC ability to
stimulate T cells cannot be excluded. Notably, neutralizing anti–IL-10
antibodies did not restore the T-cell stimulatory ability of LXR
agonist–treated DCs in MLRs (data not shown). However, altered
production of functional IL-12p70 during the MLR as well as polariza-

tion of T cells toward a Th2 response and secretion of cytokines other
than those investigated here could contribute to LXR-mediated effects
on DC stimulatory activity independently of abolished fascin expression.

The selective inhibitory effect of LXR activation on LPS- but not
CD40L-induced DC maturation indicates that LXRs specifically inter-
fere with LPS signaling. LXR-mediated inhibition of LPS/TLR4
signaling has been shown in macrophages by antagonizing NF-�B
signaling thereby reducing proinflammatory cytokine expression.8 TLR4
signals via myeloid differentiation primary response gene 88 (MyD88)
and Toll–IL-1 receptor domain-containing adaptor-inducing inter-
feron-� (TRIF), which together activate nuclear factor-�B and mitogen-
activated protein kinases (MAPKs), whereas CD40 activation impli-
cates tumor necrosis factor (TNF) receptor–associated factor (TRAF)
and Src family kinases,42,43 giving rise to multiple possibilities for
selective interaction by LXR. However, the precise mechanism how
LXRs interfere with TLR4 signaling has not yet been resolved in any
cell type.

DCs are critically involved in a variety of immune disorders
such as rheumatoid arthritis, atherosclerosis, diabetes, and oth-
ers.12,13,44-48 Hence, alterations of DC phenotype and function such
as those induced by LXR agonists could be an option for
immunosuppression and treatment of these diseases. In addition,
DCs are capable of inducing central and peripheral toler-
ance,9,20,22,23 and impaired DC maturation leading to inadequately
matured DCs has repeatedly been shown to be an inducer of
tolerance.10,26,49-51 Hence, LXR activation in DCs might be an
attractive approach for tolerance induction that is highly desirable
in various T-cell–mediated disorders such as autoimmune diseases
and allograft rejection.9,20,22,23

In conclusion, the present study reveals a novel role of LXRs at
the interface of innate and adaptive immune responses by critically
interfering with DC maturation and function. Although the physio-
logical role of LXRs and endogenous LXR agonists on DCs
remains obscure, to date the marked impact of synthetic LXR
agonists on DCs shown here bears novel possibilities for immuno-
suppressive strategies and tolerance induction. Since unselective
LXR agonists exert dramatic side effects such as hypertriglyceride-
mia, highly selective LXR modulators targeting LXR� in distinct
cell types are currently being developed.38 Such selective LXR modula-
tors specifically acting on DCs could become reasonable agents for
novel immunosuppressive strategies for treatment of inflammatory and
autoimmune diseases and prevention of allograft rejection.
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Vienna, Währinger Gürtel 18-20, A-1090 Vienna, Austria; e-mail:
thomas.stulnig@meduniwien.ac.at.

References

1. Li Y, Bolten C, Bhat BG, et al. Induction of human
liver X receptor alpha gene expression via an au-
toregulatory loop mechanism. Mol Endocrinol.
2002;16:506-514.

2. Janowski BA, Willy PJ, Devi TR, Falck JR, Man-
gelsdorf DJ. An oxysterol signalling pathway me-
diated by the nuclear receptor LXR alpha. Nature.
1996;383:728-731.

3. Lehmann JM, Kliewer SA, Moore LB, et al. Acti-
vation of the nuclear receptor LXR by oxysterols
defines a new hormone response pathway. J Biol
Chem. 1997;272:3137-3140.

4. Repa JJ, Mangelsdorf DJ. The liver X receptor
gene team: potential new players in atherosclero-
sis. Nat Med. 2002;8:1243-1248.

5. Repa JJ, Mangelsdorf DJ. The role of orphan
nuclear receptors in the regulation of cholesterol
homeostasis. Annu Rev Cell Dev Biol. 2000;16:
459-481.

6. Castrillo A, Tontonoz P. Nuclear receptors in mac-
rophage biology: at the crossroads of lipid metab-
olism and inflammation. Annu Rev Cell Dev Biol.
2004;20:455-480.

7. Joseph SB, Bradley MN, Castrillo A, et al. LXR-
dependent gene expression is important for mac-
rophage survival and the innate immune re-
sponse. Cell. 2004;119:299-309.

8. Joseph SB, Castrillo A, Laffitte BA, Mangelsdorf
DJ, Tontonoz P. Reciprocal regulation of inflam-
mation and lipid metabolism by liver X receptors.
Nat Med. 2003;9:213-219.

9. Adorini L, Penna G, Giarratana N, Uskokovic M.
Tolerogenic dendritic cells induced by vitamin D
receptor ligands enhance regulatory T cells inhib-
iting allograft rejection and autoimmune diseases.
J Cell Biochem. 2003;88:227-233.

10. Penna G, Adorini L. 1 Alpha,25-dihydroxyvitamin
D3 inhibits differentiation, maturation, activation,
and survival of dendritic cells leading to impaired
alloreactive T cell activation. J Immunol. 2000;
164:2405-2411.

11. Pettit AR, MacDonald KP, O’Sullivan B, Thomas
R. Differentiated dendritic cells expressing
nuclear RelB are predominantly located in rheu-
matoid synovial tissue perivascular mononuclear
cell aggregates. Arthritis Rheum. 2000;43:791-
800.

12. Cravens PD, Lipsky PE. Dendritic cells, chemo-
kine receptors and autoimmune inflammatory dis-
eases. Immunol Cell Biol. 2002;80:497-505.

13. Banchereau J, Steinman RM. Dendritic cells and
the control of immunity. Nature. 1998;392:245-
252.

14. Iwasaki A, Medzhitov R. Toll-like receptor control
of the adaptive immune responses. Nat Immunol.
2004;5:987-995.

15. Grakoui A, Bromley SK, Sumen C, et al. The im-
munological synapse: a molecular machine con-
trolling T cell activation. Science. 1999;285:221-
227.

16. Al-Alwan MM, Rowden G, Lee TD, West KA. The
dendritic cell cytoskeleton is critical for the forma-
tion of the immunological synapse. J Immunol.
2001;166:1452-1456.

17. Al-Alwan MM, Liwski RS, Haeryfar SM, et al. Cut-
ting edge: dendritic cell actin cytoskeletal polar-
ization during immunological synapse formation
is highly antigen-dependent. J Immunol. 2003;
171:4479-4483.

18. Monks CR, Freiberg BA, Kupfer H, Sciaky N,
Kupfer A. Three-dimensional segregation of su-

pramolecular activation clusters in T cells. Nature.
1998;395:82-86.

19. Al-Alwan MM, Rowden G, Lee TD, West KA. Fas-
cin is involved in the antigen presentation activity
of mature dendritic cells. J Immunol. 2001;166:
338-345.

20. Steinman RM, Hawiger D, Liu K, et al. Dendritic
cell function in vivo during the steady state: a role
in peripheral tolerance. Ann N Y Acad Sci. 2003;
987:15-25.

21. Steinman RM, Hawiger D, Nussenzweig MC.
Tolerogenic dendritic cells. Annu Rev Immunol.
2003;21:685-711.

22. Adorini L, Giarratana N, Penna G. Pharmacologi-
cal induction of tolerogenic dendritic cells and
regulatory T cells. Semin Immunol. 2004;16:127-
134.

23. Finkelman FD, Lees A, Birnbaum R, Gause WC,
Morris SC. Dendritic cells can present antigen in
vivo in a tolerogenic or immunogenic fashion.
J Immunol. 1996;157:1406-1414.

24. McCurry KR, Colvin BL, Zahorchak AF, Thomson
AW. Regulatory dendritic cell therapy in organ
transplantation. Transpl Int. 2006;19:525-538.

25. Zeyda M, Saemann MD, Stuhlmeier KM, et al.
Polyunsaturated fatty acids block dendritic cell
activation and function independently of NF-kap-
paB activation. J Biol Chem. 2005;280:14293-
14301.

26. Saemann MD, Parolini O, Bohmig GA, et al. Bac-
terial metabolite interference with maturation of
human monocyte-derived dendritic cells. J Leu-
koc Biol. 2002;71:238-246.

27. Maurer D, Fiebiger S, Ebner C, et al. Peripheral
blood dendritic cells express Fc epsilon RI as a
complex composed of Fc epsilon RI alpha- and
Fc epsilon RI gamma-chains and can use this
receptor for IgE-mediated allergen presentation.
J Immunol. 1996;157:607-616.

28. Livak KJ, Schmittgen TD. Analysis of relative
gene expression data using real-time quantitative
PCR and the 2(-Delta Delta C(T)) Method. Meth-
ods. 2001;25:402-408.

29. Zeyda M, Kirsch BM, Geyeregger R, et al. Inhibi-
tion of human dendritic cell maturation and func-
tion by the novel immunosuppressant FK778.
Transplantation. 2005;80:1105-1111.

30. Geyeregger R, Zeyda M, Zlabinger GJ,
Waldhausl W, Stulnig TM. Polyunsaturated fatty
acids interfere with formation of the immunologi-
cal synapse. J Leukoc Biol. 2005;77:680-688.

31. Szatmari I, Gogolak P, Im JS, Dezso B, Raj-
navolgyi E, Nagy L. Activation of PPARgamma
specifies a dendritic cell subtype capable of en-
hanced induction of iNKT cell expansion. Immu-
nity. 2004;21:95-106.

32. Tanaka H, Demeure CE, Rubio M, Delespesse G,
Sarfati M. Human monocyte-derived dendritic
cells induce naive T cell differentiation into T
helper cell type 2 (Th2) or Th1/Th2 effectors: role
of stimulator/responder ratio. J Exp Med. 2000;
192:405-412.

33. Cella M, Sallusto F, Lanzavecchia A. Origin,
maturation and antigen presenting function of
dendritic cells. Curr Opin Immunol. 1997;9:10-16.

34. Mellman I, Steinman RM. Dendritic cells: special-
ized and regulated antigen processing machines.
Cell. 2001;106:255-258.

35. Walcher D, Kummel A, Kehrle B, et al. LXR acti-
vation reduces proinflammatory cytokine expres-

sion in human CD4-positive lymphocytes. Arterio-
scler Thromb Vasc Biol. 2006;26:1022-1028.

36. Gosset P, Charbonnier AS, Delerive P, et al. Per-
oxisome proliferator-activated receptor gamma
activators affect the maturation of human mono-
cyte-derived dendritic cells. Eur J Immunol. 2001;
31:2857-2865.

37. Nencioni A, Grunebach F, Zobywlaski A, Den-
zlinger C, Brugger W, Brossart P. Dendritic cell
immunogenicity is regulated by peroxisome prolif-
erator-activated receptor gamma. J Immunol.
2002;169:1228-1235.

38. Geyeregger R, Zeyda M, Stulnig TM. Liver X re-
ceptors in cardiovascular and metabolic disease.
Cell Mol Life Sci. 2006;63:524-539.

39. Nencioni A, Schwarzenberg K, Brauer KM, et al.
Proteasome inhibitor bortezomib modulates
TLR4-induced dendritic cell activation. Blood.
2006;108:551-558.

40. Mosialos G, Birkenbach M, Ayehunie S, et al. Cir-
culating human dendritic cells differentially ex-
press high levels of a 55-kd actin-bundling pro-
tein. Am J Pathol. 1996;148:593-600.

41. Ross R, Ross XL, Schwing J, Langin T, Reske-
Kunz AB. The actin-bundling protein fascin is in-
volved in the formation of dendritic processes in
maturing epidermal Langerhans cells. J Immunol.
1998;160:3776-3782.

42. Vidalain PO, Azocar O, Servet-Delprat C, Ra-
bourdin-Combe C, Gerlier D, Manie S. CD40 sig-
naling in human dendritic cells is initiated within
membrane rafts. EMBO J. 2000;19:3304-3313.

43. Reis e Sousa C. Toll-like receptors and dendritic
cells: for whom the bug tolls. Semin Immunol.
2004;16:27-34.

44. Bobryshev YV, Taksir T, Lord RS, Freeman MW.
Evidence that dendritic cells infiltrate atheroscle-
rotic lesions in apolipoprotein E-deficient mice.
Histol Histopathol. 2001;16:801-808.

45. Weis M, Schlichting CL, Engleman EG, Cooke
JP. Endothelial determinants of dendritic cell ad-
hesion and migration: new implications for vascu-
lar diseases. Arterioscler Thromb Vasc Biol. 2002;
22:1817-1823.

46. Yilmaz A, Lochno M, Traeg F, et al. Emergence of
dendritic cells in rupture-prone regions of vulner-
able carotid plaques. Atherosclerosis. 2004;176:
101-110.

47. Soilleux EJ, Morris LS, Trowsdale J, Coleman N,
Boyle JJ. Human atherosclerotic plaques express
DC-SIGN, a novel protein found on dendritic cells
and macrophages. J Pathol. 2002;198:511-516.

48. Bobryshev YV, Babaev VR, Iwasa S, Lord RS,
Watanabe T. Atherosclerotic lesions of apoli-
poprotein E deficient mice contain cells express-
ing S100 protein. Atherosclerosis. 1999;143:451-
454.

49. Saemann MD, Kelemen P, Bohmig GA, Horl WH,
Zlabinger GJ. Hyporesponsiveness in alloreactive
T-cells by NF-kappaB inhibitor-treated dendritic
cells: resistance to calcineurin inhibition. Am J
Transplant. 2004;4:1448-1458.

50. McRae BL, Nagai T, Semnani RT, van Seventer
JM, van Seventer GA. Interferon-alpha and -beta
inhibit the in vitro differentiation of immunocom-
petent human dendritic cells from CD14(�) pre-
cursors. Blood. 2000;96:210-217.

51. Komi J, Lassila O. Nonsteroidal anti-estrogens
inhibit the functional differentiation of human
monocyte-derived dendritic cells. Blood. 2000;95:
2875-2882.

LIVER X RECEPTORS REGULATE DENDRITIC CELLS 4295BLOOD, 15 MAY 2007 � VOLUME 109, NUMBER 10

D
ow

nloaded from
 http://ashpublications.net/blood/article-pdf/109/10/4288/1477633/zh801007004288.pdf by guest on 18 M

ay 2024


