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Abstract
Cross-presentation, which is crucial for the generation of immunity against virus-infected and
tumor cells, requires exogenous antigens to be internalized into antigen-presenting cells (APCs)
followed by translocation to the cytosol by unknown mechanisms. One important entry route for such
antigens is macropinocytosis. We here describe that cholesterol is essential for cross-presentation of
antigens loaded via macropinocytosis into APCs. Modification of antigens by palmitoylation to target
antigens to cholesterol-enriched plasma membrane domains resulted in a dramatically increased
T cell activation. These results define cholesterol as an essential factor for cross-presentation
and suggest that specific modification of antigens to increase their affinity for cholesterol may be
utilized to enhance immunity.

Introduction
Generation of an immune response occurs through the activity of the MHC class I and MHC class II molecules, whose
function is to present foreign peptides to CD8 and CD4
positive lymphocytes, respectively. MHC class II molecules
form a complex with an invariant chain in the endoplasmic
reticulum (ER) and are targeted to post-Golgi endosomal/
lysosomal organelles, the so-called MHC class II compartments (1–3). Within these organelles, they assemble with
peptides derived from exogenous antigens that are internalized via endocytosis and degraded in endosomal/lysosomal
organelles (4–7). These intracellularly formed MHC class
II–peptide complexes are then transported to the cell surface
for presentation to CD4+ (helper) T lymphocytes (8).
MHC class I molecules, in contrast, are synthesized in
the ER, assemble with beta 2-microglobulin and remain in the
ER until they become loaded with antigenic peptides (9).
Antigenic peptides loaded onto MHC class I molecules are
derived from antigens as well as infectious agents that reside
in the cytosol, such as viral proteins as well as tumor-derived
antigens (10, 11). These cytosolic antigens are degraded by
proteasome, a cytosolic multi-protease complex, into peptides
(12, 13), which are subsequently translocated into the ER in
an ATP-dependent manner by the transporter associated with
antigen processing (TAP) (14, 15). Assembly of antigenic
peptides with the MHC class I/beta 2-microglubulin complex
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in the ER triggers their transport to the cell surface where they
can activate CD8+ (killer) T lymphocytes (16). This dichotomy
between the MHC class I and class II pathways ensures the
efficient and selective killing of virally infected or tumor cells,
while generating a help response in case of bacterial
infections (4, 17). In addition, restricting MHC class I presentation to endogenous antigens prevents healthy cells from
becoming targets for killing by CD8+ T lymphocytes (18).
An important step in the generation of an immune response
is the activation of naive T cells, which occurs through their
stimulation by dendritic cells (19–21). Dendritic cells sample
peripheral tissue for the presence of antigens and migrate
to lymphoid organs where antigenic peptides captured at
the periphery can be presented to naive T lymphocytes (20).
For the generation of CD4+ T lymphocytes, antigens are
captured within the endocytic pathway, and during migration
to the secondary lymphoid organs the dendritic cells mature
and increase the expression of MHC class II–peptide complexes at the cell surface in order to efficiently induce T cell
activation (22–24). How CD8+ T cells can be activated against
antigens present in the periphery has been less well defined.
For generation of CD8+ T lymphocytes, antigens captured in
the periphery by professional antigen-presenting cells (APCs)
have to acquire access to the MHC class I pathway. It is now
becoming clear that a pathway does exist both in dendritic
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cells and macrophages to deliver exogenously captured antigens to the MHC class I-processing compartments referred
to as cross-presentation (21, 25–27). Cross-presentation
is crucial for the establishment of immunity against virusinfected and tumor-transformed cells as well as for the
induction of tolerance (21, 28). The precise mechanisms involved in transfer of exogenous antigens to the MHC class
I-processing and -presentation machinery are still unclear
(6, 18, 29, 30, 70).
One internalization route used by macrophages and dendritic cells in particular to sample exogenous antigens to be
cross-presented is macropinocytosis (17, 31–34). Macropinocytosis refers to the uptake of non-particulate material
through the formation of 0.5- to 2-lm diameter vesicles in an
actin-dependent process (35). Macropinosome formation
starts at the cell periphery by extension of a large planar
membrane ruffle (lamellipodium) that folds back to form
the macropinosome (36–39). In macrophages and dendritic
cells, formation of macropinosomes is a constitutive activity,
which can be further enhanced by treatment with growth
factors and activators of protein kinase C such as phorbol
esters. Also in other cell types, macropinocytosis can be
induced, although the significance of such macropinocytic
events for internalization processes in these cells is unclear
(35, 40, 41). Both induced and constitutive macropinosome
formations are dependent on the activity of phosphatidylinositol (PI)-3-kinase (38, 42) and the activity of Rho family
member Rac 1 (43, 44). Whereas activation of GTPase Rac 1
and its subsequent signaling to downstream effectors such
as WAVE 2, an activator of the Arp2/3 complex (45, 46) or
p21-activated kinases (47) is required for the rearrangement
of the actin cytoskeleton, activated PI-3-kinase seems to be
necessary for the completion of macropinosome formation
(38). Macropinosomes remain separate from conventional
endosomes (48), although fluid-phase markers internalized
via macropinocytosis may eventually reach lysosomes (49).
Antigens internalized into APC via macropinocytosis gain
access to the MHC class I-processing pathway (28, 32, 50)
but the mechanisms involved in the transfer of macropinocytosed antigens to the cytosol remain unknown. As a first
step toward defining the molecular events involved in the
transfer of exogenous antigens to the MHC class I-processing
and -presentation pathways, we analyzed the delivery of a
model antigen, ovalbumin, to the class I-presentation pathway.
We found that the steroid plasma membrane component
cholesterol is essential for entry of ovalbumin into the class I
pathway. Furthermore, chemical modification of ovalbumin
to increase its affinity for cholesterol dramatically enhanced
the capacity of the APCs to stimulate T lymphocytes.

Methods
Cells, antibodies and reagents
J774A.1 cells (American Type Tissue Collection) were maintained in DMEM (GIBCO) supplemented with 2 mM glutamine
(GIBCO) and 10% FCS (GIBCO). Primary cells were obtained
from isolated bone marrow of C57/BL6 mice. For generation
of macrophages, the bone marrow cells were grown for 7 days
in DMEM containing 10% FCS, 5% horse serum (GIBCO),

2 mM glutamine, 1 mM sodium pyruvate (GIBCO), 0.5 mM
b-mercaptoethonal (GIBCO) and 30% L929-conditioned
media. To obtain immature dendritic cells from bone marrowderived precursor cells, DMEM was supplemented with 1%
glutamine, 10% FCS and 25 ng ml1 granulocyte macrophage
colony-stimulating factor (Genzyme, Diagnostic). After 3 days
of culture, 1.5 ng ml1 interleukin-4 (R &D Systems) was
added. FITC–Dextran (2 000 000 MW) was purchased from
Molecular Probes. Methyl-b-cyclodextrin, ovalbumin, mevalonic acid, filipin complex III, horse radish peroxidase (HRP)
and palmitic-acid-N-hydroxysuccinimid-ester (NHS–palmitic
acid) were obtained from Sigma and phorbol myristate acetate
(PMA) and lovastatin from Calbiochem.
Antibodies against lysosomal-associated membrane
glycoprotein-1 (LAMP-1) (ID4B) were obtained from the
Developmental Studies Hybridoma Bank developed under
the auspices of the NICHD and maintained by The University
of Iowa, Department of Biological Sciences, Iowa City, IA
52242, USA. As a secondary reagent, anti-rat IgG (H + L)568 (Molecular Probes) was used. Clathrin was stained
using mouse anti-clathrin (Transduction Laboratories) and
anti-mouse IgG1-TXR (Southern Biotechnology Association
Inc.) antibodies.
Preparation of the cholesterol–methyl-b-cyclodextrin
inclusion complex
The synthesis of the cholesterol–methyl-b-cyclodextrin complex was performed as described before (51). In brief, 30 mg
cholesterol was dissolved in 2-propanol and added in small
aliquots to a stirred solution of 1 mg methyl-b-cyclodextrin
(5% w/v) on a water bath (80C). Stirring was continued until
everything was dissolved. After the removal of solvents by
freeze drying, the cholesterol–methyl-b-cyclodextrin complexes were stored at room temperature (RT).
Cholesterol depletion and replenishment
Cholesterol depletion was performed as described in (56). In
brief, cells were grown in the presence of 4 lM lovastatin (10
mM stock solution in 10% ethanol) and 250 lM mevalonate
(J774A.1 for 60 h, bone marrow-derived macrophages and
dendritic cells for 108 h) after which the residual plasma membrane cholesterol was extracted with methyl-b-cyclodextrin
(J774A.1: 10 mM methyl-b-cyclodextrin for 45 min; bone
marrow-derived macrophages: 20 mM methyl-b-cyclodextrin
for 75 min; bone marrow-derived dendritic cells: 15 mM methylb-cyclodextrin for 45 min). All subsequent experiments were
done in serum-free media. For the replenishment of cholesterol, depleted cells were incubated for 1 h in DMEM containing
6 mg ml1 cholesterol–b-methyl-cyclodextrin complex.
Immunofluorescence
Control and cholesterol-depleted cells grown on glass coverslips were treated for 30 min with 107 M PMA (in the case
of macrophages) followed by 7- or 12-min incubation with
FITC–Dextran (1 mg ml1) or 0.1 mg ml1 FITC-labeled
ovalbumin/palmitoylated ovalbumin. Subsequently, cells were
washed and fixed with 3% PFA. For staining, cells were
permeabilized with 0.1% saponin in PBS for 20 min, blocked
with 2% BSA in PBS for a further 20 min and labeled with
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primary and secondary antibodies diluted in PBS/0.1%
saponin/2% BSA for 30–45 min at RT. Internalization of HRP
(5 mg ml1) was performed for 1 h at 37C followed by a chase
of 4 h. Cells were washed extensively, fixed in glutaraldehyde
(0.5% w/v) at RT and internalized HRP was visualized by
incubation with 0.5 mg ml1 diaminobenzidine (Sigma) and
0.05% (v/v) H2O2 in PBS for 10 min. For palmitoylated HRP,
internalization was performed for 1 h with 1 mg ml1 of control
or palmitoylated protein. Afterward, the cells were washed,
fixed and permeabilized with 0.1% saponin for 20 min and
internalized HRP was visualized as described before.
Quantitation of horse radish peroxidase (HRP)
internalization
Control and cholesterol-depleted bone marrow-derived
macrophages were incubated with 2 mg ml1 HRP for 1 h at
37 or 0C, washed and subsequently lysed in 20 mM HEPES,
0.1 M NaCl, 5 mM MgCl2 and 1% (v/v) Triton-X100. The
enzymatic activity of HRP in the lysates was determined by
mixing 10 ll of cell lysate with 200 ll reaction buffer containing 0.342 mM o-dianisidine, 0.003% H2O2 (v/v), 50 mM
sodium phosphate pH 5.0 and 0.3% (v/v) Triton-X100. After
5 min incubation at RT, the absorbance was measured at
455 nm and the obtained values, which correlate with the
amount of HRP in the lysate, were related to the total protein
amount in the lysates.
Flow cytometry
Macrophages were incubated with 0.1 mg ml1 FITC-labeled
ovalbumin or palmitoylated ovalbumin for 20 min at 37C,
washed, fixed with 3% PFA for 30 min on ice and subsequently
analyzed by flow cytometry. Internalization of ovalbumin was
measured as increase in fluorescence and expressed as
mean fluorescence intensity. Shown are the mean values from
three independent experiments.
Video microscopy
Control or cholesterol-depleted cells were placed under
Zeiss Axiovert TV100 equipped with a thermostated (37C)
and CO2-equilibrated chamber (10% CO2). Thirty-minute
video sequences were recorded using a digital camera
(Hamamatsu Photonics Japan) and OpenLab software (version 2). Sequences were converted to QuickTime format.
Cross-presentation
Bone marrow-derived macrophages were seeded in 96-well
plates (20 000 cells per well). After PMA stimulation and
cholesterol extraction, cells were incubated with ovalbumin/
palmitoylated ovalbumin or SIINFEKL/palmitoylated SIINFEKL
peptide for 3 h. The non-internalized and non-bound antigens were removed by extensive washing and lymphocytes
(total or CD8+ cells) isolated from OT-1 mice (60) were added
to the bone marrow-derived macrophages (ratio 5:1). T cell
proliferation was measured after 3 days by labeling the
proliferating cells with [methyl-3H]thymidine (Amersham Pharmacia Biotech). Lactacystin treatment was performed by
incubation of the cells with 10 lM lactacystin 1 h before and
during the 3-h antigen pulse. Fixation with 1% PFA (30 min,
37C) was done prior to incubation with the antigen. The

mean values of one representative experiment are shown in
Figs 4 and 5.
Palmitoylation of ovalbumin and HRP
Palmitoylation was performed following the method of Huang
et al. (52). In brief, 5–30 mg proteins were dissolved in 1 ml of
20 mM NaPP, 150 mM NaCl, 2% deoxycholate pH 8.5. A 20
molar excess of NHS–palmitic acid was dissolved in 100 ll
dioxane. Then 300 ll dimethyl sulfoxide (DMSO) and 100 ll
dioxane containing the NHS–palmitic acid were slowly added
to the protein solution. After overnight incubation, the reaction
was stopped by addition of 1/100 volume of 1 M lysine and free
NHS–palmitic acid was removed by gel filtration (PD 10
column, Amersham Bioscience). To separate palmitoylated
from non-palmitoylated protein, hydrophobic interaction chromatography (HIC) was performed. Therefore, proteins were
loaded onto a phenyl superose column (HR 10/10, Pharmacia), high salt buffer (20% buffer B, buffer A: 1.7 M ammonium
sulfate, 50 mM sodium phosphate pH 7, buffer B: 50 mM
sodium phosphate) allowing only the binding of palmitoylated
protein. To elute column-bound palmitoylated protein, the salt
concentration was gradually reduced (100% buffer B in 20
min). Palmitoylated proteins were analyzed by mass spectrometry or HPLC.
FITC labeling of ovalbumin and palmitoylated ovalbumin
Ovalbumin or palmitoylated ovalbumin was dissolved in PBS
and a 5 molar excess of Oregon Green–NHS in DMSO was
added to the protein solution. The reaction was performed at
RT for 2 h under rotation. The free Oregon Green–NHS was removed afterward by gel filtration (PD10, Amersham Bioscience).
Results
Contribution of cholesterol to macropinosome formation
To gain insight into the delivery process of exogenous antigens to the MHC class I-presentation pathway, different
professional APCs were incubated with FITC-labeled Dextran,
a marker for macropinosomes (32, 34, 53). Both J774 cells
and bone marrow-derived macrophages as well as bone
marrow-derived dendritic cells contained large numbers of
macropinosomes (Fig. 1A and B). As macropinosomes provide a port of entry to deliver components into the cell, similar
to endosomes, the relation of these organelles with other
endocytic compartments was examined. To that end, macrophages that had internalized FITC–Dextran via macropinocytosis were analyzed for the presence of different markers of
the endosomal/lysosomal pathway, including clathrin and
LAMP-1, none of which co-localized with macropinosomes.
However, when cells were incubated with the cholesterolbinding compound filipin (54–56), all macropinosomes strongly
labeled with filipin (Fig. 1B). This suggests that cholesterol is
an important component of macropinosomes in macrophages
and dendritic cells.
To analyze the contribution of cholesterol to macropinosome formation, the plasma membrane of macrophages and
dendritic cells was depleted for cholesterol by pharmacological treatment with lovastatin (56). Living cells were observed under the microscope and macropinosome formation

758 Role for cholesterol in cross-presentation

Fig. 1. Distribution of macropinocytosed FITC–Dextran in macrophages and dendritic cells. (A) Macrophages (J774A.1 cells) were incubated with
FITC–Dextran for 7 min, fixed and stained for clathrin (upper panels) and LAMP-1 (lower panels), followed by Texas red-labeled secondary
antibodies. (B) J774A.1 macrophages (upper panels), bone marrow (BM)-derived macrophages (middle panels) and BM-derived dendritic cells
(lower panels) were incubated for 12 min with FITC–Dextran, fixed and labeled for cholesterol with filipin. Bar: 10 lm.

Fig. 2. Effect of cholesterol depletion on macropinocytosis. (A) J774A.1 cells (right panels), bone marrow (BM)-derived macrophages (middle
panels) or bone marrow (BM)-derived dendritic cells (left panels) were left untreated (control) or cholesterol depleted (depleted) and placed
under a 37C-thermostated and CO2-equilibrated microscope and subsequently 30-min video sequences were recorded. Shown are still images
from the indicated times (see full video sequences at http://www2.biozentrum.unibas.ch/pieters/movies.html) Bar: 10 lm. (B and C) Control (left)
or cholesterol-depleted (right) J774A.1 macrophages (upper panels), BM-derived macrophages (middle panels), or dendritic cells (lower panels)
were incubated with FITC–Dextran for 12 min, fixed and analyzed by fluorescence microscopy. Bar: 10 lm. (C) For quantitation, cells (n ¼ 150)
were scored for the presence of internalized FITC–Dextran. Shown are mean values (6SD) from three experiments. (D) J774A.1 macrophages
(left) or BM-derived macrophages (right) were left untreated (dark gray bars), depleted for cholesterol (light gray bars) or cholesterol-depleted
and replenished by treatment for 1 h with cholesterol–methyl-b-cyclodextrin complex (white bars). Subsequently, cells were incubated for 12 min
with FITC–Dextran. After fixation, the number of FITC–Dextran-positive cells was determined. Shown are mean values (6SD) from three
experiments.
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was monitored using time-lapse video microscopy and 30-min
video sequences of control and cholesterol-depleted cells
were recorded. As shown in Fig. 2(A), whereas membrane
ruffling occurred both in control as well as in cholesteroldepleted cells, macropinosome formation was abolished in
cells depleted of cholesterol (see also movies at http://
www2.biozentrum.unibas.ch/pieters/movies.html). To directly

analyze internalization of the fluid-phase marker FITC–
Dextran, control or cholesterol-depleted cells were incubated
with FITC–Dextran for 12 min, fixed and observed under the
fluorescence microscope. After cholesterol depletion, macrophages and dendritic cells were unable to internalize the fluidphase marker, in contrast to control cells (Fig. 2B and C).
Internalization of FITC–Dextran was fully restored when
cholesterol-depleted cells were incubated with methylcyclodextrin–cholesterol complex (Fig. 2D), indicating that
cholesterol is necessary for macropinosome formation.
Modulation of internalization by palmitoylation
The finding that macropinosomes are cholesterol-rich structures, lead us to explore the possibility that enhancement of
the affinity of antigens for cholesterol improves internalization.
One modification that targets proteins to cholesterol-enriched
sites in the plasma membrane is palmitoylation (57–59). As
a model protein, the behavior of HRP after modification by
palmitoylation was investigated. HRP was internalized into
macrophages via macropinocytosis and internalization was
inhibited following cholesterol depletion (Fig. 3A and B).
To modify HRP by palmitoylation, HRP was incubated for
20 h with NHS–palmitic acid (Fig. 3C). After palmitoylation, the
product was purified by HIC (Fig. 3D). Mass spectrometry
analysis showed a mass shift of 239 Da upon palmitoylation
consistent with the addition of one palmitic acid residue.
(Fig. 3E). Internalization of palmitoylated HRP in macrophages
can be blocked by cholesterol depletion, indicating that
palmitoylated HRP is taken up via macropinocytosis (data
not shown). Furthermore, internalization of palmitoylated HRP
is far more efficient compared with non-modified HRP, which
was barely detectable at the same concentration (Fig. 3F).
Together, these results suggest that palmitoylation leads to an
enhanced uptake of exogenous proteins via macropinocytosis.
Role for cholesterol in cross-presentation
Given the role of cholesterol in macropinocytosis, the involvement of cholesterol in cross-presentation was investigated. For
Fig. 3. Palmitoylation of HRP. (A) Control (upper panel) or cholesteroldepleted (lower panel) bone marrow (BM)-derived macrophages were
incubated for 1 h with HRP (5 mg ml1) and chased for 4 h followed by
fixation. The internalized HRP was visualized as described in Methods.
Bar: 10 lm. (B) Control (dark gray bar) or cholesterol-depleted (white
bar) BM-derived macrophages were incubated for 1 h with HRP
(2 mg ml1). After washing, cells were lysed and the amount of internalized HRP in the lysate was determined as described in Methods.
Shown are the mean values (6SD) from three experiments. (C) Palmitoylation procedure of HRP. HRP was incubated with an NHSactivated form of palmitic acid for 24 h allowing the formation of amid
bounds between the acid and primary amino groups of the protein.
The palmitoylated protein was desalted and purified with HIC.
(D) Separation of palmitoylated from unmodified HRP by HIC. The
reaction product as described in panel C was loaded onto phenyl
superose and palmitoylated HRP was eluted after decreasing the salt
concentration by increasing the percentage of buffer B (see Methods).
(E) Mass spectrometry analysis (MALDI-TOF) of control HRP (left
panel) and palmitoylated HRP (right panel). The mass shift of 239 Da
corresponds to the attachment of one palmitic acid chain to the
protein. (F) J774A.1 macrophages were incubated for 1 h with HRP
(1 mg ml1, left panel) or palmitoylated HRP (1 mg ml1, right panel)
fixed and permeabilized. Internalized HRP was visualized as in panel A.
Bar: 10 lm.
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Fig. 4. Uptake and cross-presentation of ovalbumin in control and cholesterol-depleted cells. (A and B) Macrophages (top panels: J774 A.1;
bottom panels: bone marrow-derived macrophages) were left untreated (control) or depleted for cholesterol (depleted) and incubated with FITC–
ovalbumin (0.1 mg ml1) for 12 min, fixed and analyzed by fluorescence microscopy. Bar: 10 lm. (B) Quantitation was carried out after fixation.
Values represent the percentages of cells having internalized FITC–ovalbumin. Shown are the mean values (6SD, n ¼ 50) from three experiments.
(C–F). Bone marrow-derived macrophages were left untreated (dark gray bars) or depleted (white bars) for cholesterol and incubated with
ovalbumin (10 mg ml1) (C, E and F) or SIINFEKL peptide (10 mM) (D) for 3 h. In (E), macrophages were treated with lactacystin. In (F),
macrophages were fixed with PFA prior to addition of ovalbumin (5 mg ml1). Cells were washed and T cells specific for the SIINFEKL epitope
isolated from OT-1 mice were added. T cell proliferation was measured after 3 days as described in Methods.

that purpose, we made use of the model antigen ovalbumin.
Ovalbumin labeled with FITC, when added to macrophages,
was efficiently internalized into macropinosomes. Conversely,
internalization of FITC–ovalbumin in cholesterol-depleted cells
was greatly reduced (Fig. 4A and B).
To analyze cross-presentation, control or cholesteroldepleted macrophages were incubated with ovalbumin for
3 h and washed, and the cell surface display of the ovalbuminderived MHC class I SIINFEKL epitope was measured using
T cells obtained from OT-1 mice that express a TCR specific for
the ovalbumin-derived SIINFEKL peptide (60). The capacity of

the ovalbumin-loaded macrophages to stimulate OT-1 T cells
was quantified by measuring T cell proliferation, which is
a direct result of T cell activation initiated by the recognition of
the appropriated antigen on the surface of the APC.
Whereas control macrophages stimulated T cell proliferation, depletion of macrophages for cholesterol resulted in
a severely reduced T cell activation (Fig. 4C). To analyze
whether cholesterol depletion compromises the ability to present the SIINFEKL peptide per se, untreated and cholesteroldepleted macrophages were pulsed with SIINFEKL peptide
that does not require internalization prior to presentation to
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Fig. 5. Effect of palmitoylation on internalization and cross-presentation. (A) Bone marrow-derived macrophages were incubated with 0.1 mg ml1
ovalbumin (upper panel) or palmitoylated ovalbumin (lower panel) that was labeled with FITC for 12 min, followed by fixation and analysis by
fluorescence microscopy. Bar: 10 lm. (B) Bone marrow-derived macrophages were incubated with FITC-labeled ovalbumin (white bars) or
palmitoylated ovalbumin (dark gray bars) for 20 min at 37C, fixed and protein internalization analyzed by FACS. Shown are mean values (6SD)
from three experiments. (C) Bone marrow-derived macrophages were incubated for 3 h with ovalbumin (white bars) or palmitoylated ovalbumin
(dark gray bars). Cells were washed and T cells specific for the SIINFEKL epitope isolated from OT-1 mice were added, and T cell proliferation was
measured as described in Methods. (D) Bone marrow-derived macrophages were incubated with 10 mM of SIINFEKL peptide or palmitoylated
SIINFEKL peptide for 3 h.

T lymphocytes. As shown in Fig. 4(D), both in control or
cholesterol-depleted macrophages, MHC class I presentation
of exogenously added SIINFEKL peptide was comparable.
Ovalbumin was indeed presented after cross-presentation, as
the inclusion of the proteasome inhibitor lactacystin or fixation
of the macrophages with PFA abolished T cell proliferation
(Fig. 4E and F).
Modulation of cross-presentation by palmitoylation of
ovalbumin
Given the dependence of cross-presentation on cholesterol,
we analyzed whether modification of the antigen by palmitoylation could modulate cross-presentation. To that end, ovalbumin was palmitoylated as described and the capacity of
macrophages to internalize and cross-present palmitoylated
ovalbumin was examined. As shown in Fig. 5(A), internaliza-

tion of FITC-labeled palmitoylated ovalbumin was increased
compared with non-modified FITC–ovalbumin. Quantitation
by flow cytometry suggested an at least 4-fold increase. However, when macrophages were pulsed with different concentrations of ovalbumin or palmitoylated ovalbumin, T cell
proliferation was greatly enhanced following internalization of
palmitoylated ovalbumin as compared with T cell proliferation
induced after internalization of the same concentrations of
ovalbumin (Fig. 5C). The enhanced T cell proliferation was due
to internalization and processing of the palmitoylated ovalbumin, as palmitoylated SIINFEKL peptide was far less potent
in the stimulation of T cell proliferation (Fig. 5D) as reported
before (61). Together, these results show that modification
of antigens via palmitoylation increased the ability to be
internalized via macropinocytosis, processed intracellularly
and presented on MHC class I molecules to T lymphocytes.
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Discussion
Initiation of the immune response against infectious organisms occurs through the presentation of antigenic peptides
by professional APCs, such as macrophages and dendritic
cells. Elimination of viruses occurs largely through the activity
of CTLs that become activated after presentation of viral
antigens on MHC class I molecules. In recent years, it is
becoming clear that these MHC class I-restricted antigens
not only derive from endogenously synthesized proteins but
that also exogenous proteins are a source for antigenic
peptides presented via MHC class I (28, 30, 62). This ‘crosspresentation’ of exogenous antigens ensures the generation
of an immune response when APCs are not infected by viruses
itself and is thought to be important in the establishment of
an immune response against tumors. In professional APCs
such as macrophages and dendritic cells, one mechanism to
internalize antigens for cross-presentation occurs via macropinocytosis (63). In this work, we show that internalization of
antigens into macrophages and dendritic cells via macropinocytosis required the presence of cholesterol. Furthermore,
modification of the model antigen ovalbumin with palmitoylation dramatically increased cross-presentation. These results
suggest that modification of antigens to increase their affinity
for cholesterol may be exploited to enhance the activation of
CD8+ lymphocytes.
What role does cholesterol play in macropinosome formation? Phagocytosis is not affected in cholesterol-depleted
macrophages (56) and therefore cholesterol is not necessary
for the membrane curvature during the process of macropinosome formation. Recent findings in the epidermoid
carcinoma cell line A431 showed the dependence of
cholesterol for the plasma membrane localization of Rac 1
(41). Cholesterol depletion of A431 cells prevented plasma
membrane localization of Rac 1 upon phorbol ester treatment
thereby blocking membrane ruffling and macropinosome
formation. In macrophages and dendritic cells, depletion of
cholesterol abolishes macropinosome formation but does not
affect membrane ruffling which is known to be independent
of Rac 1 (44). Therefore, cholesterol depletion may inhibit
macropinosome formation by blocking plasma membrane
localization of Rac 1 also in professional APCs such as
macrophages and dendritic cells.
Besides a role for cholesterol in the internalization process
of soluble antigens into macropinosomes, it is likely that
there is an additional role for cholesterol in the cytosolic
translocation of these antigens to allow cross-presentation.
This is based on our finding that while internalization of
palmitoylated antigen was increased ~4-fold as determined
by flow cytometry, presentation of ovalbumin-derived peptide
was increased up to ~200-fold when the palmitoylated form
of ovalbumin was administered. Cross-presentation of ovalbumin is dependent on the functioning of the proteasome,
suggesting that translocation to the cytosol is required, but
how exactly antigens are entering the cytoplasm for processing and presentation on MHC class I molecules remains
unclear.
Several models to explain MHC class I presentation of
exogenous antigens have been put forward. First, antigens
could be internalized through different forms of endocytosis,

including phagocytosis and macropinocytosis, followed by
antigen degradation within such organelles and antigenic
peptide loading on recycling MHC class I molecules.
Second, antigens could be transferred to the cytosol where
proteolytic activity of the proteasome would generate
antigenic peptides to be translocated into the ER followed
by presentation on ER-resident MHC class I molecules
(18, 64).
Cross-presentation is blocked when APCs are incubated
in the presence of proteasome inhibitors (32, 65). As proteasomes are not known to reside within endocytic organelles, this suggests that cytosolic translocation of the antigen
has to occur in order to generate the appropriate peptides.
How do protein antigens acquire access from endosomal
organelles such as phagosomes and macropinosomes to the
cytosol? One recently proposed possibility involves the same
machinery that is responsible for translocation of misfolded
proteins from the ER, namely the Sec61 translocon. Interestingly, in Dictyostelium discoideum, several resident ER
proteins are necessary for phagocytosis (66). More recently,
based on the localization of resident ER proteins within
phagosomes (67), it has been proposed that phagosomes
intersect with the ER. The ER elements could thereby provide
most of the processing and presentation components
required for MHC class I-restricted antigen presentation
(29, 62, 68, 69). However, the concept of ER-mediated
phagocytosis is questioned by a recent report where
a contribution of the ER to the phagosome formation was
not observed (70).
Whether or not molecules of the Sec61 translocation complex are involved in transport of antigenic peptides generated
by the proteasome as well as import of antigens into the
cytosol is unknown. Interestingly, cholesterol renders the
Sec61 translocon machinery unable to recognize and/or
initiate translocation of nascent polypeptide chains (71). As
import of antigens from macropinosomes to the cytosol is
topologically similar to retro translocation, cholesterol may
play a role in ensuring cytosolic import of substrates, while
blocking the activity of the Sec61 complex for passage of
nascent chains.
The requirement for cholesterol in delivering exogenous
antigens to the MHC class I-processing and -presentation
pathways could be utilized to enhance the immune response
against defined antigens. As shown here, palmitoylation of
ovalbumin to increase its affinity for cholesterol (58, 59)
dramatically enhanced the capacity of APCs loaded with this
modified antigen to stimulate T lymphocytes. This is in contrast
to the capacity of palmitoylated peptides that do require
internalization and processing to trigger T cell activation,
which is similar to or even lower than the non-modified
peptides (61). The increase in T cell stimulatory capacity far
exceeded the enhanced internalization of palmitoylated ovalbumin, suggesting that cholesterol plays an important role in
the actual translocation process.
The potential of palmitoylation to enhance the immunity
against exogenous antigens could be used for vaccine development against viruses and tumors (72). This approach might
especially be useful when using protein antigens which,
compared with peptides, have a greatly increased stability
in vivo.

764 Role for cholesterol in cross-presentation
Acknowledgements
We are grateful to G. Spagnoli, J. Kirberg, E. Palmer, D. Avila and
Andreas Galluser for help, reagents and discussions. This work was
supported by grants from the Swiss National Science Foundation, the
World Health Organization and Hoffmann la Roche, Ltd. Basel,
Switzerland.

Abbreviations
APC
DMSO
ER
HIC
LAMP-1
PI
PMA
RT

antigen-presenting cell
dimethyl sulfoxide
endoplasmic reticulum
hydrophobic interaction chromatography
lysosomal-associated membrane glycoprotein-1
phosphatidylinositol
phorbol myristate acetate
room temperature

References
1 Tulp, A., Verwoerd, D., Dobberstein, B., Ploegh, H. L. and Pieters, J.
1994. Isolation and characterization of the intracellular MHC class II
compartment. Nature 369:120.
2 Amigorena, S., Drake, J. R., Webster, P. and Mellman, I. 1994.
Transient accumulation of new MHC molecules in a novel
endocytic compartment in B lymphocytes. Nature 369:113.
3 West, M. A., Lucocq, J. M. and Watts, C. 1994. Antigen processing
and class II MHC peptide-loading compartments in human
B-lymphoblastoid cells. Nature 369:147.
4 Pieters, J. 1997. MHC class II restricted antigen presentation. Curr.
Opin. Immunol. 9:89.
5 Cresswell, P. 1996. Invariant chain structure and MHC class II
function. Cell 84:505.
6 Trombetta, E. S. and Mellman, I. 2005. Cell biology of antigen
processing in vitro and in vivo. Annu. Rev. Immunol. 23:975.
7 Watts, C. 1997. Capture and processing of exogenous antigens for
presentation on MHC molecules. Annu. Rev. Immunol. 15:821.
8 Germain, R. N. 1994. MHC-dependent antigen processing and
peptide presentation: providing ligands for T lymphocyte activation. Cell 76:287.
9 Townsend, A. and Bodmer, H. 1989. Antigen recognition by class Irestricted T lymphocytes. Annu. Rev. Immunol. 7:601.
10 Koopmann, J. O., Hammerling, G. J. and Momburg, F. 1997.
Generation, intracellular transport and loading of peptides associated with MHC class I molecules. Curr. Opin. Immunol. 9:80.
11 Hiltbold, E. M. and Ziegler, H. K. 1993. Mechanisms of processing
and presentation of the antigens of Listeria monocytogenes. Infect.
Agents Dis. 2:314.
12 Monaco, J. J. 1995. Pathways for the processing and presentation
of antigens to T cells. J. Leukoc. Biol. 57:543.
13 Baumeister, W., Walz, J., Zuhl, F. and Seemuller, E. 1998. The
proteasome: paradigm of a self-compartmentalizing protease.
Cell 92:367.
14 Spies, T., Bresnahan, M., Bahram, S. et al. 1990. A gene in the
human major histocompatibility complex class II region controlling
the class I antigen presentation pathway. Nature 348:744.
15 Androlewicz, M. J., Anderson, K. S. and Cresswell, P. 1993.
Evidence that transporters associated with antigen processing
translocate a major histocompatibility complex class I-binding
peptide into the endoplasmic reticulum in an ATP-dependent
manner. Proc. Natl Acad. Sci. USA 90:9130.
16 Townsend, A., Ohlen, C., Bastin, J., Ljunggren, H.-G., Foster, L.
and Karre, K. 1989. Association of class I major histocompatibility
heavy and light chains induced by viral peptides. Nature 340:443.
17 Watts, C. 1999. Dendritic cells spill the beans. Nat. Cell Biol.
1:E152.
18 Ackerman, A. L. and Cresswell, P. 2004. Cellular mechanisms
governing cross-presentation of exogenous antigens. Nat. Immunol.
5:678.

19 Cella, M., Sallusto, F. and Lanzavecchia, A. 1997. Origin,
maturation and antigen presenting function of dendritic cells.
Curr. Opin. Immunol. 9:10.
20 Banchereau, J. and Steinman, R. M. 1998. Dendritic cells and the
control of immunity. Nature 392:245.
21 Heath, W. R. and Carbone, F. R. 2001. Cross-presentation in viral
immunity and self-tolerance. Nat. Rev. Immunol. 1:126.
22 Cella, M., Engering, A., Pinet, V., Pieters, J. and Lanzavecchia, A.
1997. Inflammatory stimuli induce accumulation of MHC class II
complexes on dendritic cells. Nature 388:782.
23 Pierre, P., Turley, S. J., Gatti, E. et al. 1997. Developmental
regulation of MHC class II transport in mouse dendritic cells.
Nature 388:787.
24 Boes, M., Cerny, J., Massol, R. et al. 2002. T-cell engagement of
dendritic cells rapidly rearranges MHC class II transport. Nature
418:983.
25 Bevan, M. J. 1976. Cross-priming for a secondary cytotoxic
response to minor H antigens with H-2 congenic cells which
do not cross-react in the cytotoxic assay. J. Exp. Med.
143:1283.
26 Rock, K. L., Gamble, S. and Rothstein, L. 1990. Presentation of
exogenous antigen with class I major histocompatibility complex
molecules. Science 249:918.
27 Reis e Sousa, C. and Germain, R. N. 1995. Major histocompatibility
complex class I presentation of peptides derived from soluble
exogenous antigen by a subset of cells engaged in phagocytosis.
J. Exp. Med. 182:841.
28 den Haan, J. M. and Bevan, M. J. 2001. Antigen presentation to
CD8+ T cells: cross-priming in infectious diseases. Curr. Opin.
Immunol. 13:437.
29 Ackerman, A. L., Kyritsis, C., Tampe, R. and Cresswell, P. 2003.
Early phagosomes in dendritic cells form a cellular compartment
sufficient for cross presentation of exogenous antigens. Proc. Natl
Acad. Sci. USA 100:12889.
30 Rodriguez, A., Regnault, A., Kleijmeer, M., Ricciardi-Castagnoli, P.
and Amigorena, S. 1999. Selective transport of internalized
antigens to the cytosol for MHC class I presentation in dendritic
cells. Nat. Cell Biol. 1:362.
31 Norbury, C. C., Chambers, B. J., Prescott, A. R., Ljunggren, H. G.
and Watts, C. 1997. Constitutive macropinocytosis allows TAPdependent major histocompatibility complex class I presentation
of exogenous soluble antigen by bone marrow-derived dendritic
cells. Eur. J. Immunol. 27:280.
32 Norbury, C. C., Hewlett, L. J., Prescott, A. R., Shastri, N. and Watts, C.
1995. Class I MHC presentation of exogenous soluble antigen
via macropinocytosis in bone marrow macrophages. Immunity
3:783.
33 Brossart, P. and Bevan, M. J. 1997. Presentation of exogenous
protein antigens on major histocompatibility complex class I
molecules by dendritic cells: pathway of presentation and
regulation by cytokines. Blood 90:1594.
34 Sallusto, F., Cella, M., Danieli, C. and Lanzavecchia, A. 1995.
Dendritic cells use macropinocytosis and the mannose receptor to
concentrate macromolecules in the major histocompatibility
complex class II compartment: downregulation by cytokines and
bacterial products. J. Exp. Med. 182:389.
35 Steinman, R. M. and Swanson, J. 1995. The endocytic activity of
dendritic cells. J. Exp. Med. 182:283.
36 Cardelli, J. 2001. Phagocytosis and macropinocytosis in Dictyostelium: phosphoinositide-based processes, biochemically distinct.
Traffic 2:311.
37 Amyere, M., Payrastre, B., Krause, U., Van Der Smissen, P.,
Veithen, A. and Courtoy, P. J. 2000. Constitutive macropinocytosis
in oncogene-transformed fibroblasts depends on sequential
permanent activation of phosphoinositide 3-kinase and phospholipase C. Mol. Biol. Cell 11:3453.
38 Araki, N., Johnson, M. T. and Swanson, J. A. 1996. A role for
phosphoinositide 3-kinase in the completion of macropinocytosis
and phagocytosis by macrophages. J. Cell Biol. 135:1249.
39 Rupper, A., Lee, K., Knecht, D. and Cardelli, J. 2001. Sequential
activities of phosphoinositide 3-kinase, PKB/Aakt, and Rab7
during macropinosome formation in Dictyostelium. Mol. Biol. Cell
12:2813.

Role for cholesterol in cross-presentation 765
40 West, M. A., Bretscher, M. S. and Watts, C. 1989. Distinct
endocytotic pathways in epidermal growth factor-stimulated
human carcinoma A431 cells. J. Cell Biol. 109:2731.
41 Grimmer, S., Van Deurs, B. and Sandvig, K. 2002. Membrane
ruffling and macropinocytosis in A431 cells require cholesterol.
J. Cell Sci. 115:2953.
42 Amyere, M., Mettlen, M., Van Der Smissen, P. et al. 2002. Origin,
originality, functions, subversions and molecular signalling of
macropinocytosis. Int. J. Med. Microbiol. 291:487.
43 Ridley, A. J., Paterson, H. F., Johnston, C. L., Diekmann, D. and
Hall, A. 1992. The small GTP-binding protein rac regulates growth
factor-induced membrane ruffling. Cell 70:401.
44 West, M. A., Prescott, A. R., Eskelinen, E. L., Ridley, A. J. and
Watts, C. 2000. Rac is required for constitutive macropinocytosis
by dendritic cells but does not control its downregulation. Curr.
Biol. 10:839.
45 Miki, H., Suetsugu, S. and Takenawa, T. 1998. WAVE, a novel
WASP-family protein involved in actin reorganization induced by
Rac. EMBO J. 17:6932.
46 Miki, H., Yamaguchi, H., Suetsugu, S. and Takenawa, T. 2000.
IRSp53 is an essential intermediate between Rac and WAVE in the
regulation of membrane ruffling. Nature 408:732.
47 Dharmawardhane, S., Schurmann, A., Sells, M. A., Chernoff,
J., Schmid, S. L. and Bokoch, G. M. 2000. Regulation of
macropinocytosis by p21-activated kinase-1. Mol. Biol. Cell
11:3341.
48 Hewlett, L. J., Prescott, A. R. and Watts, C. 1994. The coated pit
and macropinocytic pathways serve distinct endosome populations. J. Cell Biol. 124:689.
49 Racoosin, E. L. and Swanson, J. A. 1993. Macropinosome
maturation and fusion with tubular lysosomes in macrophages.
J. Cell Biol. 121:1011.
50 Albert, M. L., Sauter, B. and Bhardwaj, N. 1998. Dendritic cells
acquire antigen from apoptotic cells and induce class I-restricted
CTLs. Nature 392:86.
51 Klein, U., Gimpl, G. and Fahrenholz, F. 1995. Alteration of the
myometrial plasma membrane cholesterol content with betacyclodextrin modulates the binding affinity of the oxytocin receptor.
Biochemistry 34:13784.
52 Huang, A., Huang, L. and Kennel, S. J. 1980. Monoclonal antibody
covalently coupled with fatty acid. A reagent for in vitro liposome
targeting. J. Biol. Chem. 255:8015.
53 Swanson, J. A. 1989. Phorbol esters stimulate macropinocytosis
and solute flow through macrophages. J. Cell Sci. 94:135.
54 Bornig, H. and Geyer, G. 1974. Staining of cholesterol with the
fluorescent antibiotic ‘‘filipin’’. Acta Histochem. 50:110.
55 Drabikowski, W., Lagwinska, E. and Sarzala, M. G. 1973. Filipin as
a fluorescent probe for the location of cholesterol in the membranes of fragmented sarcoplasmic reticulum. Biochim. Biophys.
Acta 291:61.

56 Gatfield, J. and Pieters, J. 2000. Essential role for cholesterol in
entry of mycobacteria into macrophages. Science 288:1647.
57 Moffett, S., Brown, D. A. and Linder, M. E. 2000. Lipid-dependent
targeting of G proteins into rafts. J. Biol. Chem. 275:2191.
58 Melkonian, K. A., Ostermeyer, A. G., Chen, J. Z., Roth, M. G. and
Brown, D. A. 1999. Role of lipid modifications in targeting proteins
to detergent-resistant membrane rafts. Many raft proteins are
acylated, while few are prenylated. J. Biol. Chem. 274:3910.
59 Zacharias, D. A., Violin, J. D., Newton, A. C. and Tsien, R. Y. 2002.
Partitioning of lipid-modified monomeric GFPs into membrane
microdomains of live cells. Science 296:913.
60 Hogquist, K. A., Jameson, S. C., Heath, W. R., Howard, J. L.,
Bevan, M. J. and Carbone, F. R. 1994. T cell receptor antagonist
peptides induce positive selection. Cell 76:17.
61 Andrieu, M., Loing, E., Desoutter, J. F. et al. 2000. Endocytosis of
an HIV-derived lipopeptide into human dendritic cells followed by
class I-restricted CD8(+) T lymphocyte activation. Eur. J. Immunol.
30:3256.
62 Ackerman, A. L., Kyritsis, C., Tampe, R. and Cresswell, P. 2005.
Access of soluble antigens to the endoplasmic reticulum can
explain cross-presentation by dendritic cells. Nat. Immunol. 6:107.
63 Watts, C. and Amigorena, S. 2000. Antigen traffic pathways in
dendritic cells. Traffic 1:312.
64 Amigorena, S. 2003. Y in X priming. Nat. Immunol. 4:1047.
65 Kovacsovics-Bankowski, M. and Rock, K. L. 1995. A phagosometo-cytosol pathway for exogenous antigens presented on MHC
class I molecules. Science 267:243.
66 Muller-Taubenberger, A., Lupas, A. N., Li, H., Ecke, M., Simmeth, E.
and Gerisch, G. 2001. Calreticulin and calnexin in the endoplasmic reticulum are important for phagocytosis. EMBO J. 20:6772.
67 Gagnon, E., Duclos, S., Rondeau, C. et al. 2002. Endoplasmic
reticulum-mediated phagocytosis is a mechanism of entry into
macrophages. Cell 110:119.
68 Guermonprez, P., Saveanu, L., Kleijmeer, M., Davoust, J., Van
Endert, P. and Amigorena, S. 2003. ER-phagosome fusion defines
an MHC class I cross-presentation compartment in dendritic cells.
Nature 425:397.
69 Houde, M., Bertholet, S., Gagnon, E. et al. 2003. Phagosomes are
competent organelles for antigen cross-presentation. Nature
425:402.
70 Touret, N., Paroutis, P., Terebiznik, M. et al. 2005. Quantitative and
dynamic assessment of the contribution of the ER to phagosome
formation. Cell 123:157.
71 Nilsson, I., Ohvo-Rekila, H., Slotte, J. P., Johnson, A. E. and von
Heijne, G. 2001. Inhibition of protein translocation across the endoplasmic reticulum membrane by sterols. J. Biol. Chem. 276:41748.
72 Benmohamed, L., Thomas, A., Bossus, M. et al. 2000. High
immunogenicity in chimpanzees of peptides and lipopeptides
derived from four new Plasmodium falciparum pre-erythrocytic
molecules. Vaccine 18:2843.

