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The remarkable functional plasticity of professional antigen-presenting cells (APCs) allows the adaptive im-
mune system to respond specifically to an incredibly diverse array of potential pathogenic insults; nonetheless,
the specific molecular effectors and mechanisms that underpin this plasticity remain poorly characterized.
Cytotoxic T-lymphocyte-associated protein-4 (CTLA-4), the target of the blockbuster cancer immunothera-
peutic ipilimumab, is one of the most well-known and well-studied members of the B7 superfamily and
negatively regulates T cell responses by a variety of known mechanisms. Although CTLA-4 is thought to be
expressed almost exclusively among lymphoid lineage hematopoietic cells, a few reports have indicated that
nonlymphoid APCs can also express the CTLA-4 mRNA transcript and that transcript levels can be regulated
by external stimuli. In this study, we substantially build upon these critical observations, definitively demon-
strating that mature myeloid lineage dendritic cells (DC) express significant levels of intracellular CTLA-4 that
they constitutively secrete in microvesicular structures. CTLA-4+ microvesicles can competitively bind B7
costimulatory molecules on bystander DC, resulting in downregulation of B7 surface expression with significant
functional consequences for downstream CD8+ T-cell responses. Hence, the data indicate a previously unknown
role for DC-derived CTLA-4 in immune cell functional plasticity and have significant implication for the design
and implementation of immunomodulatory strategies intended to treat cancer and infectious disease.

Introduction

Cytotoxic T-lymphocyte-Associated Protein-4 (CTLA-
4 Accession: NM_005214.4; GI: 339276048) is a crucial

regulator of T-cell immunity in both mice and humans [1],
the critical importance of which was first demonstrated by the
dramatic phenotype of homozygous null mutants, which died
from massive lymphoproliferative disease and autoimmunity
in the postnatal period [2,3]. Recent reports also demonstrate
that heterozygous mutation of human CTLA-4 can result in
autosomal dominant immune dysregulation syndrome, un-
derscoring the critical role of CTLA-4 in the maintenance of
immune homeostasis [4,5]. In human cancer patients, non-
specific antagonism of CTLA-4 has led to immune-mediated
cure of advanced cancers, most prominently melanoma [6].
CTLA-4 exhibits a complex and controversial biology, with
several different hypothesized functions attributed to various
alternatively spliced isoforms. The molecule consists of an
extracellular domain that binds the immunostimulatory B7
isoforms CD80 and CD86 with high affinity, a hydrophobic
transmembrane domain, and an intracellular cytoplasmic tail.

The current understanding of CTLA-4 function can be broadly
divided into cell-intrinsic and cell-extrinsic pathways [7]. Cell-
extrinsic function appears to act by depletion of B7 from the
surface of antigen presenting cells (APCs) by transendocytosis
but may also involve induction of negative signaling in DC [8–
10]. Cell-intrinsic function is thought to be less critical to
immune homeostasis since CTLA-4-deficient cells in bone
marrow (BM) chimeras with CTLA-4-sufficient cells do not
become hyperactivated, yet also likely plays an important role
in controlling effector T cell function by recruitment of SHP-2
and PPA2 negative regulatory phosphatases to the YVKM
motif in its cytoplasmic tail. CTLA-4 is also believed to play a
role in central tolerance by determining signal strength at the
immune synapse during thymic selection [7,8,11–13]. A sol-
uble isoform, often found in the sera of autoimmune disease
patients, has also been reported to exist, although the precise
function of this isoform has yet to be definitively determined
[14–17]. Very recent data suggest much of the soluble CTLA-
4 detected in acellular sera might actually be full-length
CTLA-4 bound to the plasma membrane of secreted micro-
vesicular intermediaries [14].
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Although the mechanistic particulars by which CTLA-4
exerts its suppressive activities remain an area of substantial
debate, its pattern of expression has garnered significantly less
controversy. CTLA-4 is thought to exhibit a lymphoid lineage-
specific pattern of expression with reports describing expression
on regulatory T cells [18], activated conventional T cells [19],
induced expression on B cells [20], and even a recent report of
natural killer cell expression [21]. Surface staining does not
generally detect CTLA-4 expression on other hematopoietic
lineages. Furthermore, transgenic expression of CTLA-4 from a
T-cell-specific promoter was sufficient to abrogate the lethal
autoimmunity observed in CTLA-4-deficient mice, suggesting
that critical functions of CTLA-4 may be primarily limited to the
T-lymphoid lineage [22].

In contrast to the well-known data suggesting lymphoid
specificity, there also exist a number of inconclusive reports
suggesting expression of CTLA-4 in myeloid lineage he-
matopoietic cells, including dendritic cells (DC) [23–27].
These sporadic data include a previous report of CTLA-4
mRNA expression from highly purified in vitro-derived
myeloid DC [27]. DC are the master regulators of adaptive
immunity in mammals and the only cell type capable of
priming de novo T cell responses. Accordingly, definitive
confirmation of CTLA-4 expression in DC with concomitant
functional insight would alter the present understanding of
CTLA-4 function as well as the manner by which the
adaptive immune response is regulated.

In this study, we conclusively demonstrate that mature
myeloid DC express intracellular CTLA-4 which is subse-
quently secreted into the extracellular space by means of a
vesicular intermediary. DC-derived extracellular CTLA-4
competitively inhibits antibody binding of B7, and its pres-
ence negatively regulates downstream T-cell responses in
vitro and antitumor immunity in vivo. The unexpected pres-
ence of functional CTLA-4 in this critical and plastic he-
matopoietic lineage suggests an additional level of DC
control over the adaptive immune response and has signifi-
cant implication for novel uses of CTLA-4 antagonist drugs.

Materials and Methods

Reagents

Western blot and coIP antibodies. aHuman CTLA-4 clone
A3.6B10.G1 (Cat No. 525401; Biolegend, San Diego, CA);
aHuman CTLA-4 clone BNI3 (Cat No. 555851; BD Phar-
mingen, San Diego, CA); aHuman CTLA-4 (Cat No.
ab107198; Biolegend, Cambridge, MA); Human/Mouse aIL-
12p35 (Cat No. MAB1570; R&D Systems, Minneapolis,
MN); Human aIFN-g (Cat No. ab9657; Abcam, Cambridge,
MA); Protein G Plus Agarose Suspension (Cat No. IP04;
Calbiochem, Billerica, MA); Human TruStain FcX" FC
block (Cat No. 422301; Biolegend); Ponceau S Solution (Cat
No. 6226-79-5; Sigma-Aldrich, St. Louis, MO); Restore"
Western Blot Stripping Buffer (Cat No. 21059; Pierce,
Rockford, IL); Secondary Antibodies (aGoat-HRP, aRabbit-
HRP, aMouse-HRP); and b-actin (Santa Cruz, Dallas, TX).

Functional antibodies. aHuman CD3 clone UCHT1 (Cat
No. 555329; BD Pharmingen) and aHuman CD28 (Cat No.
555725; BD Pharmingen).

Flow antibodies. aHuman CD11C, CD80, CD83, CD86,
CD3, CD4, CD8, CD25, IFN-g, and CTLA-4 flow antibodies

(Biolegend). HIV Tetramer (HIV-pol468; ILKEPVHGV) from
the Baylor College of Medicine Tetramer Core (Houston, TX).

Confocal microscopy antibodies and reagents. aCTLA-4-
biotin clone BNI3 (Cat No. 555852; BD Pharmingen, San
Jose, CA); Streptavidin-APC (Cat No. 554067; BD Phar-
mingen); Rab5 (Cat No. 108011; Mouse-Monoclonal Synaptic
Systems, Goettingen, Germany); Rab11 (Cat No. 610656; BD
Biosciences, San Jose, CA); Giantin (Courtesy: Dr. Rick Si-
fers; BCM, Houston, TX); Alexa-fluor Ms546 (Courtesy: Dr.
Anna Sokac; BCM); Alexa-fluor Rb546 (Courtesy: Dr. Anna
Sokac; BCM); CD3-FITC (Cat No. 555332; BD Pharmingen);
CD11c clone 3.9-Alexa-fluor 488: (Cat No. 301618; Biole-
gend); and DAPI: SlowFade# Gold Antifade Mountant (Cat
No. S36938; Molecular Probes, Grand Island, NY).

DC selection and enrichment. Human CD14 Positive Se-
lection Kit (Cat No. 18018, EasySep; Stemcell Technologies,
Vancouver, Canada) and Human Myeloid DC Enrichment
Kit (Cat No. 19021, EasySep; Stemcell Technologies).

Mice

Four- to 6-week-old C57BL/6 mice and CTLA-4-/-CD28-/-

double knockout mice were obtained from the Jackson La-
boratory (Bar Harbor, ME). All mice were maintained in ac-
cordance with the specific IACUC requirements of Baylor
College of Medicine and in accordance with animal protocol
AN-1428.

DC preparation, enrichment, and maturation

Normal donor peripheral blood buffy coats were obtained
in an anonymous, unidentifiable manner. Products were di-
luted 1:2 in phosphate-buffered saline (PBS; Lonza, Allen-
dale, NJ) and centrifuged at 450 g on a Ficoll gradient
(Lympholyte; Cedarlane Labs, Burligton, NC) to isolate
viable white cells. Human CD14+ cells were magnetically
separated from total peripheral blood mononuclear cells
(PBMC) using Clinimacs CD14 beads (Miltenyi-Biotec,
San Diego, CA) according to the manufacturer’s instruc-
tions. CD14+ cells were cultured for 6 days in AIM-V me-
dium (Invitrogen, Carlsbad, CA) supplemented with 10%
Human AB Serum (Atlanta Biologicals, Lawrenceville,
GA), 50mg/mL streptomycin sulfate (Invitrogen), 10mg/mL
gentamicin sulfate, 2 mM l-glutamine (Invitrogen), 50 ng/mL
granulocyte-macrophage colony-stimulating factor (GM-
CSF; Amgen, Thousand Oaks, CA), and 10 ng/mL IL-4
(R&D Systems). The culture medium was removed and
replenished with an equal volume of fresh medium on day 3.
Cells were cultured in a humidified chamber at 37$C and 5%
atmospheric CO2. On day 6 of differentiation, immature DC
were harvested and further enriched using the EasySep
Human Myeloid DC Enrichment Kit (StemCell Technolo-
gies) according to the manufacturer’s instructions. If ma-
tured, DC were cultured for an additional 48 h in AIM-V
supplemented as previously described, but with the addition
of ITIP [10 ng/mL IL-1b (R&D Systems), 10 ng/mL TNF-a
(R&D Systems), 15 ng/mL IL-6 (R&D Systems), and 1mg/mL
PGE2 (Sigma-Aldrich)].

Tolerogenic DC

Buffy coat DC were prepared from adherent monocytes
and incubated as previously described but were differentiated
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in the presence of 100 ng/mL macrophage colony-stimulating
factor (M-CSF) and 10 ng/mL TGF-b (both from eBioscience,
San Diego, CA). Differences from conventional DC prepara-
tions were verified by flow cytometry of CD11c, CD80, CD83,
and CD86.

T-cell stimulation and analysis

PBMC were isolated from the nonadherent fraction of a
Buffy Coat, resuspended in RPMI-10% fetal bovine serum
(FBS), 1% anti-anti, loaded with 1 mM CFSE, and plated at
1 · 106 per well in a 96-well immunoabsorbent flat-bottom
plate previously coated (24 h, 4$C) with 1mg/mL im-
mobilized aCD3 (clone UCHT1). The plate was incubated at
37$C, 5% CO2 for 3 days, cells were washed with PBS, re-
plated in a 96-well round-bottom plate at 105 cells per well,
and treated with aCD28 (various concentrations) for 3 days at
37$C, 5% CO2. Alternatively, PBMC were treated for 4 days
with various concentrations of SEB. Cells were then analyzed
by flow cytometry for CFSE content, and cultured superna-
tants were analyzed by western blot for IFN-g.

siRNA transfection

CTLA-4 (mouse and human) siGenome SMART Pools and
nontargeting (NT) siRNA pools were purchased from Thermo
Scientific (Wilmington, DE). In brief, siRNA was reconstituted
in 50mL of siRNA buffer, and 1mL/electroporation was pre-
diluted in Viaspan (Barr Laboratories subsidiary of Teva
Pharmaceuticals, Pomona, NY) before 1:1 addition to cells
resuspended in Viaspan (20–40 · 106/mL). Cells and siRNA
were incubated together on ice for 10 min before electropora-
tion (DC—250 V, 125mF, O= N, 4 mm cuvette; T cell—
140 V, 1,000mF, O= N, 4 mm cuvette) using a Gene Pulser
Xcell Electroporator (Bio-Rad Laboratories, Hercules, CA).

Western blotting and analysis

All gel electrophoresis was performed under denaturing,
reducing conditions on a 12% polyacrylamide gel with sub-
sequent transfer to a 0.45 mm nitrocellulose membrane for
antibody probing. All blocking and antibody staining steps
were carried out in 5% milk, and primary antibodies were
applied overnight at 4$C. Western blot chemiluminescent
signal was detected using a ChemiDoc XRS digital imaging
system supported by Image Lab software Version 2.0.1 (Bio-
Rad Laboratories). All western blot signals were normalized
by densitometry of Ponceau S (Sigma-Aldrich)-stained
membranes. Contamination of supernatants with residual cell
lysate or debris from cell death was controlled for by im-
munostaining with anti-b-actin (Santa Cruz) and additional
densitometry. Densitometry was performed using ImageJ
software (NIH, Bethesda, MD). All western blots are repre-
sentative of at least three independent experiments.

Coimmunoprecipitation

Samples were prepared based on individual experimental
approach. Either cultured media supernatant was separated
from cells by centrifugation (400 g, room temperature, 5 min)
or cells were lysed with various concentrations of NP-40 lysis
buffer (1 h, 4$C) followed by centrifugation of debris (20 min,
4$C, 20,000 g). Samples were then precleared with naked

Protein G plus beads (1 h, room temperature with rotation),
followed by centrifugation of the beads (10 min, room tem-
perature, 100 g). The remaining supernatant was then incubated
with aCTLA-4-coated beads (overnight, 4$C with rotation),
followed by centrifugation of the beads (10 min, room tem-
perature, 100 g). Beads were then carefully washed 5· with
either PBS or detergent, and the remaining contents of the
Protein G pull-down were boiled in sodium dodecyl sulfate
(SDS)- and b-mercaptoethanol-containing gel electrophoresis
loading dye and subsequently analyzed by western blot.

Flow cytometry and analysis

All flow cytometric analysis was performed using an LSR
II flow cytometer (BD Biosciences) and analyzed with
FlowJo version 10.0.00003 for the MacIntosh (Tree Star, Inc.,
Ashland, OR). All flow analyses shown are representative of
at least three independent experiments.

Immunofluorescence and confocal microscopy

DC were cultured and matured in a six-well plate and
subsequently collected onto 12 mm round poly-l-lysine-
coated coverslips (Corning, Inc., Corning, NY) in a 24-well
plate by centrifugation (400 g, room temperature, 5 min).
The media were aspirated and cells were gently washed 2·
with ice-cold PBS. The cells were fixed in 4% formaldehyde
in PEM buffer (80 mM potassium PIPES pH 6.8, 5 mM
EGTA pH 7.0 and 2 mM MgCl2; all from Sigma-Aldrich)
for 30 min on ice. After fixation, the cells were washed 3·
with PEM buffer (5 min/wash). To quench autofluorescence
and enhance antigenicity, the coverslips were incubated 2·
for 5 min in 1 mg/mL freshly made sodium borohydride
(Sigma-Aldrich) in PEM buffer. Quenching was followed
by washing the cells 2· with PEM buffer. The cells were
then permeabilized by incubating the coverslips in PEM
+0.5% Triton-X-100 (ThermoFisher Scientific, Waltham,
MA) for 30 min. The cells were washed 3· with PEM buffer
(5 min/wash). Blocking was performed with TBS-T/1% BSA
(1 h, room temperature; Sigma-Aldrich). The blocking buffer
was removed, appropriate primary antibody was added, and the
cells were incubated in the primary antibody overnight at 4$C.
Primary antibody was removed and the cells were washed 5· in
blocking buffer followed by incubation with appropriate sec-
ondary antibody (1 h, room temperature). The secondary an-
tibody was removed followed by five TBS-T and two PEM
washes (5 min each). The cells were then fixed in 4% formal-
dehyde in PEM for 20 min followed by three PEM washes
(5 min). To quench autofluorescence, the coverslips were in-
cubated 2· with 1 mg/mL freshly made sodium borohydride
in PEM buffer followed by two washes with PEM and two
washes with TBS-T. The cells were then counterstained with
DAPI (Molecular Probes division of Life Technologies, Grand
Island, NY) for 2 min. DAPI was removed and TBS-T was
added to the cells. The coverslips were mounted on slides using
Prolong# Gold antifade reagent (Molecular Probes). Image
acquisition was performed on a Zeiss LSM 710 confocal mi-
croscope with a 60·/0.95 numerical aperture oil immersion
objective (Carl Zeiss, Inc., Peabody, MA). Images were col-
lected at a zoom factor of two with a resolution of 104 nm per
pixel. Antibodies used were as follows: CTLA-4-biotin
(0.25mg/mL) with streptavidin-APC (1:500), Rab5 (1:1,000)
with Alexa-fluor Ms546 (1:500), Giantin (1:1,000) with Alexa-

776 HALPERT ET AL.



fluor Rb546 (1:500), CD3-FITC (1:10), CD11c-Alexa-fluor 488
(2.5mg/mL), and DAPI (1:2,500). All images shown are repre-
sentative of at least three independent experiments.

CTLA-4 RT-PCR

Loaded matured DC were resuspended in 1 mL Trizol
(Life Technologies) at <1 · 107 cells per sample and total
RNA was extracted according to manufacturer’s instruc-
tions. RNA was treated with 1 mg/mL DNase I (Invitrogen).
cDNA was synthesized from the DNase-treated RNA sam-
ple using the SuperScript" III First-Strand Synthesis kit
(Life Technologies) and amplified by PCR for 35 cycles
at an annealing temperature of 55$C with CTLA-4 Fwd
primer: ATGGCTTGCCTTGGATTTCAGCGGC and CTLA-
4 Rev primer: TCAATTGATGGGAATAAAATAAGGCTG.
Primers were designed to amplify transcripts corresponding
to both soluble and membrane-bound CTLA-4 isoforms.
GAPDH was amplified as a control.

In vitro coculture

DC were treated with either CTLA-4 or non-targeting
(NT) siRNA for a total of 72 h and matured for a total of
48 h before coculture with autologous T cells at a ratio of
1:10 in RPMI-1640/10% FBS/1% anti-anti and incubated at
37$C in 5% atmospheric CO2. T cells were restimulated
with appropriate DC on day 9, and recombinant human IL-2
at 200 IU/mL (Chiron subsidiary of Novartis, Emeryville,
CA) was added to the culture on days 5, 7, 10, 12, 14, 16,
18, 20, and 22. T cells were collected at various time points
for proliferative counts and flow cytometric analysis.

In vivo B16 tumor/vaccination

Mouse bone marrow-derived DC (BMDC) were prepared
as follows: BM was isolated from C57BL/6 mouse femurs
and tibias, red blood cells were lysed with the ACK lysis
buffer (Life Technologies) for 5 min at room temperature,
and the remaining cells were resuspended in 40 mL RPMI/
10%FBS/1% anti-anti and plated in a 150 mm tissue culture

dish with a 20 mm grid. Media were supplemented with
20 ng/mL GM-CSF and 10 ng/mL IL-4. Media were re-
freshed on days 3 and 5, and immature DC were harvested
on day 6. Immature BMDC were electroporated with siRNA
72 h before injection and loaded and matured 24 h before
footpad injection into recipient mice. Recipient mice re-
ceived 50,000 B16 cells subcutaneously on the flank 72 h
before ipsilateral DC injection. Administration of DC was
accompanied by peritumoral adjuvantation with 500 mg
imiquimod (Sigma-Aldrich). Mice were boosted in the ip-
silateral footpad on day 14 in conjunction with additional
imiquimod adjuvantation. Tumors were measured by caliper
every other day.

Results

Monocyte-derived DC express and secrete CTLA-4

Previous sporadic reports have suggested expression of
CTLA-4 by DC or CD14+ myeloid cells under a variety of
different conditions; however, conclusive characterization
this phenomenon has been elusive [23–27]. Given that DC
CTLA-4 surface expression is not detectable, we sought to
test the hypotheses that DC expression of CTLA-4 could be
intracellular, secretory, or a combination of both possibili-
ties. To determine whether or not DC secrete CTLA-4, we
analyzed the culture medium of several different matured
human DC preparations as well as that of cultured syngeneic
nonadherent PBMC by western blot analysis, detecting
CTLA-4 only in the culture medium of DC preparations
(Fig. 1A). After verifying that CTLA-4 was not an inherent
component of the culture medium itself (not shown), we
further verified the identity of the presumed CTLA-4
western blot band by siRNA knockdown of CTLA-4 (also
Fig. 1A) as well as by performing a CTLA-4-specific de-
pletion of the cell culture medium using beads covalently
bound to each of two different well-characterized aCTLA-4
clones (BNI3 and A3.6B10.G1). Each bead-bound antibody
clone was independently able to abrogate the CTLA-4 band
detected by western blot, whereas beads bound to an irrel-
evant isotype control antibody were not (Fig. 1B). None of

FIG. 1. DC secrete CTLA-4. (A) Human DC were differentiated (GM-CSF, IL-4) from the adherent fraction of a buffy
coat with or without prior CD14 selection and CD11c enrichment and subsequently matured with IL-1b, IL-6, TNF-a, and
PGE2 for 48 h. DC were also treated with either NT siRNA or CTLA-4 siRNA at the time of maturation, and DC-cultured
supernatants were collected and assayed for CTLA-4 compared to variously stimulated nonadherent PBMC derived from
the same buffy coat. (B) DC-cultured supernatants were rotated overnight at 4$C with protein G-plus beads coated with
either the BNI3 clone or A3.6B10.G1 clone of aCTLA-4, or an isotype control antibody. IL-12p35 was used to validate
antibody coIP specificity. CTLA-4, cytotoxic T-lymphocyte-associated protein-4; DC, dendritic cells; GM-CSF,
granulocyte-macrophage colony-stimulating factor; NT, nontargeting; PBMC, peripheral blood mononuclear cells.
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the bead-bound antibodies diminished the signal of non-
specific proteins like IL-12 (also Fig. 1B). Interestingly, the
CTLA-4 isoform most prominently found in the culture
medium migrated just above the 37 kD molecular weight
marker, the previously reported size of the full-length
(flCTLA-4) isoform containing both the cytoplasmic and
transmembrane domains. In contrast, CTLA-4 secretion was
not detected from CD14- PBMC under native or hyper-
stimulatory conditions (Fig. 1A), despite significantly in-
creased proliferation, activation, and IFN-g release (not
shown) under such conditions. Moreover, we demonstrated
that our DC preparations generated by CD14 selection and
subsequent CD11c enrichment were virtually devoid of
CD3+ cells (Supplementary Fig. S1A; Supplementary Data
are available online at www.liebertpub.com/scd), suggest-
ing that the source of secreted CTLA-4 was indeed a
CD11c+CD3- cell type. To confirm that CTLA-4 siRNA
was truly targeting CTLA-4, nonadherent PBMC were
transfected with the identical CTLA-4 siRNA pool and the
predicted functional consequence (i.e., activation) of CTLA-
4 knockdown in CD3+ T cells was verified (Supplementary
Fig. S1B). Furthermore, although this study was designed to
characterize CTLA-4 expression in human DC, we obtained
a CTLA-4-/-CD28-/- double knockout mouse for use as a
true negative control. This mouse is viable, fertile, and ex-
hibits no lymphoproliferative phenotype, permitting BM
harvest and generation of DC from 6-week-old mice.
Western blot analysis of splenocytes (positive control), DC,
and DC culture supernatants confirmed in mice, as in hu-
mans, the presence of a full-length CTLA-4 in wild-type
mice with a complete absence observed in the knockout
(Supplementary Fig. S2).

DC CTLA-4 localizes intracellularly in a pattern
distinct from that of T cell CTLA-4

Given the presence of secreted CTLA-4 attributable to
DC, we presumed to find CTLA-4 on or within the DC
itself. Although we were unable to routinely detect CTLA-4
on the surface of immature or mature DC, we identified
CTLA-4 intracellularly by flow cytometry (Fig. 2A) and
confocal microscopy (Fig. 2B). DC were observed to ex-
press significantly more CTLA-4 as they matured (Fig. 2A,
B), an observation supported by RT-PCR (Fig. 2C). Indeed,
upregulation of CTLA-4 expression was closely correlated
with that of other maturation markers like CD80 and CD83
(Supplementary Fig. S3A). In comparison to activated T
cells, the pattern of CTLA-4 localization in DC was dra-
matically different, dispersed throughout the inside of the
cell rather than concentrated near the plasma membrane
(Fig. 2D). Moreover, staining of immature tolerizing or
‘‘tolerogenic’’ DC generated in the presence of M-CSF and
TGF-b [28] indicated a CD11c+ cell population with log-
fold higher CTLA-4 expression levels than conventional DC
generated with GM-CSF (Fig. 2E). Interestingly, tolerogenic
DC expressed high levels of intracellular CTLA-4 whether
immature or mature, whereas conventional DC appeared to
upregulate intracellular CTLA-4 expression only after
maturation. Furthermore, circulating CD11c+ cells harvested
from healthy donors displayed comparable intracellular
CTLA-4 levels with donor-matched circulating CD3+ cells,
supporting in vivo physiologic relevance (Supplementary

Fig. S3B, bottom panel). In addition, activation of donor
PBMC with SEB led to upregulation of surface CTLA-4 on
CD3+ cells, but no discernible upregulation of surface
CTLA-4 on CD11c+ cells, underscoring the potential for
biologically distinct roles of CTLA-4 on each different cell
type (Supplementary Fig. S3B, top panel). Isotype control
antibody indicated excellent staining specificity (Supple-
mentary Fig. S4). siRNA knockdown of CTLA-4 led to a
significant diminution of signal over a period of 5 days as
indicated by both western blot (Supplementary Fig. S5A)
and confocal microscopy (Supplementary Fig. S5C). Inter-
estingly, CTLA-4 in DC appeared to be quite stable with
nearly all diminution of signal observed between 48 and
96 h post-siRNA administration (Supplementary Fig. S5B).
This contrasted significantly with the stability of T-cell
CTLA-4, the knockdown of which was >90% within 24 h of
siRNA administration (Supplementary Fig. S1B).

Full-length DC CTLA-4 is predominantly secreted
within extracellular microvesicles

Despite detection of a CTLA-4 isoform the appropriate
size of soluble CTLA-4 (i.e., expressed without the trans-
membrane domain, data not shown), this was not the pre-
dominant isoform of CTLA-4 detected in DC culture
medium. Rather, the vast majority of detected CLTA-4 cor-
responded in predicted size to the flCTLA-4 isoform. DC
have been reported to communicate with other cells through
the directed secretion of extracellular vesicles (EV) contain-
ing numerous ligands, receptors, and other molecules [29].
Since EV possess lipid membranes, it would be feasible for
flCTLA-4 to be secreted by means of DC EV release. If this
were the case, then depletion of EV by coIP should also
deplete CTLA-4 from the culture supernatants. LAMP-3
(lysosomal-associated membrane protein 3) or CD63 is an
endosomal marker and is also one of the most abundant
proteins found on the surface of circulating EV [30]. CD63
coIP of DC culture supernatant almost completely abrogated
the CTLA-4 signal previously seen by western blot (Fig. 3A),
indicating that removal of CD63+ EV from the DC culture
media was sufficient to also remove observed flCTLA-4.
Partial lysis of the EV fraction before CD63 coIP restored
some flCTLA-4 signal, presumably because lysis of EV lipid
membranes freed some CTLA-4 from CD63-containing
vesicles. Lysis in the absence of CD63 coIP did not affect the
amount of CTLA-4 detected in the media, eliminating the
possibilities that the CD63 antibody nonspecifically removed
CTLA-4 or that the lysis procedure interfered with western
blot detection. To further confirm that the flCTLA-4 observed
in the extracellular milieu was localized within CD63+ EV,
supernatants were lysed with increasing concentrations of
NP-40 lysis buffer for 1 h, depleted of remaining EV by
CD63 coIP, and analyzed for remaining CTLA-4 content by
western blot. As shown, increasing concentrations of lysis
buffer lead to a more intense flCTLA-4 signal by western
blot, on par with that of supernatants not depleted of EV by
CD63 coIP (Fig. 3A).

The presence of extracellular CTLA-4 in secreted vesicles
should correspond with the presence of intracellular CTLA-
4 colocalized with components of the secretory machinery.
Confocal microscopy indicated good colocalization of in-
tracellular CTLA-4 within the Golgi apparatus of immature

778 HALPERT ET AL.



DC (Fig. 3B). Upon maturation, CTLA-4 colocalization
migrated from the Golgi to Rab5, a small GTPase known to
be a master regulator of endosome biogenesis and a marker
that identifies secretory endosomes (Fig. 3B, C) [31].
Rab11, a marker of recycling endosomes [32], was not ob-
served to colocalize with CTLA-4 to any significant degree
(not shown). Colocalization with the Golgi in immature DC
or with Rab5 in mature DC was mutually exclusive. Con-
focal data indicated that CTLA-4 colocalization with Rab5
could occur in a highly polarized manner (Fig. 3C, left
panel) within the cytoplasm as well as within secretory
export vesicles in the process of budding (Fig. 3C, right
panel). EV 30–120 nm in size were purified from DC su-
pernatants derived from three independent biological sam-
ples using the Total Exosome Isolation Kit, and efficiency of
the EV isolation protocol was analyzed by comparing the
remaining supernatant to the EV fraction for the presence of

CD63. While the soluble supernatant fraction continued to
contain secreted proteins such as IL-12, Rab5 and CTLA-4
were localized exclusively within the EV fraction (Fig. 3D).
CTLA-4 coIP of 30–120 nm EV and subsequent analysis
indicated that CTLA-4 colocalized extracellularly with
Rab5, but not Rab11, similar to what was observed intra-
cellularly by confocal microscopy (Fig. 3E). Taken together,
the data indicate that flCTLA-4 is packaged for secretion in
immature DC, becomes associated with the active secretory
machinery upon maturation, and is ultimately secreted into
the extracellular environment within intact microvesicles.

Microvesicular CTLA-4 mediates uptake of CTLA+

EV and regulates B7 surface expression

To ascertain functional significance of DC-secreted mi-
crovesicles, we first sought to determine if such vesicles

FIG. 2. DC possess intracellular CTLA-4. Following CD14-selection, DC-differentiation, and CD11c enrichment, DC
were analyzed for intracellular CTLA-4. CD11c+ DC were shown to possess intracellular CTLA-4 by (A) flow cytometry,
(B) immunofluorescent confocal microscopy, and (C) RT-PCR. All methods revealed an increase in CTLA-4 quantity
corresponding to DC maturation, and CTLA-4 siRNA successfully reduced CTLA-4 mRNA levels. (D) DC displayed a
more global distribution of CTLA-4 than polarized, surface-bound CTLA-4 associated with T cells. (E) Tolerogenic DC
differentiated with M-CSF and TGF-b possessed higher levels of intracellular CTLA-4 than conventional GM-CSF-/IL-4-
differentiated DC. M-CSF, macrophage colony-stimulating factor.
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could be internalized. To ascertain this, DC were labeled
with CFSE. Figure 4A demonstrates that CFSE uptake by
DC was relatively uniform throughout the cell and also
colocalized significantly with CTLA-4+ endosomes. CFSE-
labeled DC were then cultured for 48 h during which time
CFSE+ EV were secreted into the culture supernatant. These
CFSE+ supernatants were then harvested and added to un-
labeled DC onto which CFSE+ EV could subsequently be
shown to bind (Fig. 4B) and ultimately be internalized
(Fig. 4C), a process that could be followed over time by both
confocal microcopy (Fig. 4B, C) and flow cytometry (i.e.,
Fig. 4D and Supplementary Fig. S7A). Preclearance of su-

pernatants with beads conjugated to anti-CTLA-4 clone
BNI3 could reduce the uptake of CFSE-labeled EV by un-
labeled DC in a manner dependent upon the concentration of
bead-conjugated BNI3 antibody (Fig. 4D and Supplemen-
tary Fig. S7A). Because CFSE+ EV uptake could easily be
monitored and quantitated by flow cytometry, the conse-
quences of such uptake on B7 surface expression could be
monitored as well. As indicated in Fig. 4E, DC that became
CFSE+ exhibited log-fold lower levels of CD80 and CD86
surface expression with little to no change observed in the
expression of other surface markers such as CD11c. The
process of B7 diminution was time dependent. Although no

FIG. 3. DC secrete full-
length CTLA-4 packaged
within microvesicular struc-
tures. (A) DC-cultured super-
natants were precleared with
naked protein G-plus beads
and subsequently coIP-ed with
anti-CD63-coated beads. De-
pleted supernatants were then
analyzed by western blot for
flCTLA-4 content. Alter-
natively, supernatants were
treated with various concen-
trations of NP-40 for 1 h be-
fore coIP and then analyzed by
western blot for flCTLA-4 re-
maining in the supernatants.
(B, C) Immature and mature
DC were analyzed by confocal
microscopy to identify Golgi
apparatus, Rab5, and CTLA-4
localization. (D) DC-culture
supernatants derived from
three independent buffy coat
products were treated with
the Invitrogen Total Exosome
Isolation Reagent. Purified EV
(30–120 nm) were compared
by western blot to remaining
supernatant components for
CD63, Rab5, IL-12, and
CTLA-4. (E) EV purified from
DC-cultured supernatants
were incubated with anti-
CTLA-4-coated beads. The
CTLA-4+ pull-down fraction
was then compared to the re-
sidual fraction by western blot
for CTLA-4, CD63, Rab5, and
Rab11. EV, extracellular ves-
icles; flCTLA-4, full-length
CTLA-4.
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FIG. 4. DC-derived EV are internalized by DC in an autocrine/paracrine manner mediated by EV surface CTLA-4. (A)
Staining pattern of CFSE-labeled DC indicating some colocalization with CTLA-4+ structures. (B) Cultured supernatants
from CFSE-loaded DC were subsequently depleted of all cells and incubated with unlabeled DC for various time points.
Recipient, unlabeled DC could be visualized binding and (C) internalizing CFSE+ microvesicles. (D) Cultured CFSE-loaded
DC supernatants were incubated with protein G-plus beads coated with various concentrations of aCTLA-4, and treated
supernatants were subsequently incubated with unlabeled DC for 6 h at 37$C before flow cytometric analysis of CFSE+

microvesicle uptake. (E) Recipient DC were also analyzed for their ability to still bind aCD86 and aCD80 antibodies after 6
and 12 h incubations with CFSE+ CTLA-4+ microvesicles. A significant log-fold decrease in B7 expression was apparent
among DC that internalized CFSE+ microvesicles. This decrease was specific to B7 and not observed among other markers
such as CD11c. Error bars at 6 and 12 h = –SD of four independent experiments. *P < 0.05.
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uptake or diminution of B7 signal was observed after 3 h of
incubation, after 6 h of incubation in CFSE-labeled micro-
vesicles, 12%–13% of CFSE+ DC were B7 ‘‘low’’ (in com-
parison to 5%–6% of CFSE- DC); and, after 12 h of
incubation, 65%–75% of CFSE+ DC were B7 ‘‘low’’ (in
comparison to 15% of CFSE- DC). Staining of B7 for 20 min
at 4$C in the presence of 0.1% sodium azide (i.e., conditions
under which B7 receptor downregulation could not occur) in
100% DC supernatant indicated the presence of a titratable
factor in the supernatant that reduced the amount of antibody
binding to B7 without reducing the amount of antibody
binding to CD11c (Supplementary Figs. S6A and S7B). As
with previous experiments, this factor could be removed by
preclearance with beads conjugated to anti-CTLA-4 BNI3
(Supplementary Figs. S6B and S7C). To further characterize
the potential dependency of EV uptake upon CTLA-4, DC
were first treated with either NT siRNA or CTLA-4-specific

siRNA before CFSE labeling and DC maturation. As shown
in Fig. 5A and B, after 9 h of incubation in CFSE-labeled
supernatants derived from CTLA-4 siRNA-treated DC, re-
cipient DC remained predominantly CFSE-, whereas recipi-
ent DC treated with CFSE-labeled supernatants derived from
NT siRNA-treated DC became CFSE+, suggesting that EV
uptake was dependent upon CTLA-4/B7 interaction.

DC CTLA-4 is functional and suppressive

Since there are almost no reports on the existence and/or
function of DC CTLA-4, we next assayed whether or not
DC CTLA-4 was functional relative to the canonical un-
derstanding of CTLA-4 biology. To test whether DC-
secreted CTLA-4 negatively regulates T-cell activation,
human PBMC were cocultured with DC treated with either
NT siRNA or CTLA-4 siRNA (for 72 h before initiation of

FIG. 5. siRNA knockdown
of CTLA-4 in CFSE-loaded
DC diminishes uptake of
CFSE-loaded EV by unla-
beled recipient DC. (A, B)
DC were loaded with 5 mM
CFSE, treated with CTLA-4
or NT siRNA for 72 h, and
matured. Culture superna-
tants were then collected and
incubated with unlabeled DC
for various lengths of time
before flow cytometric anal-
ysis for levels of CFSE up-
take and residual ability of
CD80 (B7-1) to still be stained
by specific antibodies.
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FIG. 6. Knockdown of DC CTLA-4 enhances the TH1 response and antitumor immunity. (A) Human DC were treated with
CTLA-4 or NT siRNA for 72 h, matured, and cocultured at a ratio of 1:10 with syngeneic T cells with restimulation on days 9
and 24. T cells were sampled throughout the process by incubation in brefeldin A for 5 h and analysis by flow cytometry to
determine CD4:CD8 ratio, CD8 activation (CD25 and intracellular IFN-g), and quantitation of CD4+CD25+Foxp3+ tregs. Data
shown are representative of eight independent experiments with eight biologically distinct products. (B) Relative CTLA-4
concentrations of various siRNA-treated mouse DC culture supernatants were characterized by western blot after which 1 · 106

total splenocytes were cultured in these supernatants with supplemental IL-2 added on days 5, 7, and 9. The data indicated that
the proliferation of CD8+CD25+ cells was dependent upon low levels of CTLA-4-supernatant content as well as proportional to
the concentration of CTLA-4 in the supernatant. (C, D) Mouse BMDC were differentiated from mouse bone marrow cultured
with GM-CSF and IL-4 for 6 days, treated with CTLA-4 or NT siRNA for 72 h, loaded with B16 mRNA, matured, and injected
into the ipsilateral footpad of recipient C57BL/6 mice in which palpable B16 tumors had been preestablished 3 days prior. Mice
were given booster vaccinations on day 14, and tumors were measured routinely for >3 weeks. Cohorts consisted of five mice
each. *P < 0.05. (E) DC were polarized during in vitro maturation toward either TH1 or TH2, and culture supernatants were
analyzed for the presence of DC-secreted CTLA-4 by western blot after 24 h. TH1 = polarized with 1 ng/mL IL-12.
TH2 = polarized with 10 ng/mL (1·) or 100 ng/mL (10·) SEB. BMDC, bone marrow-derived dendritic cells; IM, immature DC.
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coculture). Although the CD8:CD4 ratios were similar at early
time points (e.g., day 5), the CD8+CD25+IFN-g+ fraction was
much greater when PBMC were cultured with DC lacking
CTLA-4 (Fig. 6A, left panel). Following the early trend, by day
25, T cells cultured with CTLA-4-deficient DC consistently
exhibited a highly significant increase in the CD8:CD4 ratio
with a near doubling of the percentage of CD8+ cells (range
+31% to +305%, mean =+88%, n = 8, P = 0.01) (Fig. 6A). In
addition, the percentage of CD4+CD25+Foxp3+ tregs was
significantly less when DC lacked CTLA-4 (Fig. 6A, right
panel). Similarly, incubation of total splenocytes in siRNA-
treated DC culture supernatants possessing differing
amounts of CTLA-4+ microvesicles demonstrated that
subsequent proliferation of CD8+CD25+ cells was depen-
dent upon low supernatant CTLA-4 content as well as pro-
portional to the concentration of CTLA-4 in the supernatant
(Fig. 6B).

To test the physiological relevance of DC CTLA-4
in vivo, a B16 melanoma DC vaccine study was conducted
in which the only variable altered was the addition of either
NT or CTLA-4 siRNA 48 h before electroporation of DC
with B16 mRNA. Following electroporation, DC were ma-
tured for 24 h and injected into recipient mice with pre-
established palpable B16 tumors. Mice that received the
CTLA-4 siRNA DC vaccine exhibited significantly delayed
tumor growth (Fig. 6C), decreased metastasis, and increased
survival (Fig. 6D). Given the association of DC CTLA-4
knockdown with enhanced production of CD8+IFN-g+ cells
and augmented antitumor immunity, we sought to determine
if TH polarization might play a role in DC CTLA-4 release.
Maturing DC were incubated in either high-dose IL-12 to
induce TH1 polarization or SEB [33] to induce TH2 polari-
zation, and CTLA-4 release was quantitated by western blot
analysis of DC culture supernatants. As shown in Fig. 6E,
TH1 polarization of DC resulted in a near-complete abro-
gation of CTLA-4 secretion, whereas TH2 polarization re-
sulted in an increased CTLA-4 secretion in a dose-
dependent manner. In aggregate, the data suggest that DC
CTLA-4 serves a clear functional purpose in the regulation
of CD8+ CTL activity with a concomitant physiologic
consequence in tumor immunity.

Discussion

The remarkable functional plasticity of professional
APCs that permits a specific response to a diverse array of
pathogens is well-documented; nonetheless, many of the
specific molecular effectors and mechanisms that underpin
this plasticity remain poorly characterized. Although dis-
covered more than a quarter century ago [34], immuno-
globulin superfamily member CTLA-4 continues to be
recognized as one of the most critical negative regulatory
molecules governing the adaptive immune response. Given
such a prominent history, it is surprising that significant
expression of CTLA-4 in a vital immune cell subset remains
uncharacterized. Because transgenic CTLA-4 expression
from the proximal Lck promoter (i.e., CD3-specific) is
known to prevent the fatal autoimmune phenotype of
knockout animals (Masteller et al. [22]), there has pre-
sumably been little impetus to look for critical functions of
CTLA-4 in other nonobvious cell types. It has also been
reported that CTLA-4-/--mixed BM chimeras can be res-

cued by T-cell sufficient, but not T-cell deficient CTLA-4+/+

BM or CTLA-4+/+ T cells expressing a fixed TCR repertoire
(Friedline et al. [35]). The present data may be reconciled
with these published observations by means of one of the
following hypothesis, namely: (1) that supraphysiologic
CD3+ T-cell expression of CTLA-4 in Masteller was suffi-
cient to mask CTLA-4 deficiency in other cell types; (2) that
the absence of DC-expressed CTLA-4 is not sufficient to
mediate fatal autoimmunity or significant lymphoprolifera-
tion within the 2–3 month time frames analyzed by Mas-
teller and Friedline; or (3) that DC-expressed CTLA-4
becomes important for downregulation of T-cell function
only after significant infection, inflammation, and DC mat-
uration. Characterization of CD11c-Cre/CTLA-4flox/flox

conditional knockout mice generated by our group will ul-
timately resolve this issue in a conclusive manner.

Nearly all previous reports characterizing CTLA-4 expres-
sion and/or function have indicated an expression pattern
limited to lymphoid lineage hematopoietic cells or to patho-
logical settings such as cancer [23,36,37]. Although a few
sporadic reports previously hinted at myeloid lineage (i.e., DC)
CTLA-4 expression, in normal immune homeostasis such re-
ports were rare and largely inconclusive [24–26]. In this study,
we present for the first time a thorough and conclusive char-
acterization of DC CTLA-4 expression and function. T-cell
expressed CTLA-4 is thought to downmodulate T-cell activity
by one of two different mechanisms. The cell extrinsic
function of CTLA-4 on either conventional or regulatory T
cells inhibits binding of CD28 to B7 by a variety of mech-
anisms and may also downmodulate APC functionality by
generating a negative regulatory signal through B7 ligation.
In contrast, induced expression of CTLA-4 on the surface of
conventional T cells appears to counterbalance activation in
a cell-intrinsic manner by negative regulatory signaling at
the synapse [7,8,11,12]. Our data suggest that DC-expressed
and -secreted CTLA-4 could function in a manner most
similar to the former, that is, by binding to APC-expressed
B7 in an autocrine and paracrine manner that interferes with
CD28 engagement.

In addition, we show that bystander DC which internalize
CTLA-4 containing secreted microvesicles exhibit a log-
fold decrease of B7 surface expression over time. While
binding of B7 by CTLA-4 might mediate internalization and
destruction of B7 by a mechanism loosely analogous to
transendocytosis [8], it is also possible that uptake of ve-
sicular intermediates serves to deliver regulatory miRNAs
that degrade the stability of B7 mRNA transcripts [38–41].
In addition, the interaction that mediates CTLA-4+ micro-
vesicle uptake was not fully addressed by this work. Addi-
tional studies will determine which mechanism(s) might
account for the loss of B7 upon uptake of microvesicle-
bound CTLA-4 as well as whether or not uptake of CTLA-
4+ microvesicles by bystander DC is dependent upon direct
interaction between CTLA-4 and B7.

This study does not specifically address questions per-
taining to potential regulation of DC CTLA-4 secretion.
Might DC CTLA-4 secretion be a constitutive process
meant to self-limit, elevate the threshold, or ensure high-
level specificity of T-cell activation? Or alternatively, might
DC-secreted CTLA-4 be subject to positive and negative
regulation in response to external stimuli? siRNA abla-
tion of DC-expressed CTLA-4 significantly enhanced the
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generation of CD8+ T cells in in vitro priming experiments,
suggesting that CTLA-4 could be downregulated in response
to environmental cues associated with viral or other
intracellular-type infections. Accordingly, TH1 polarization
of DC by incubation in IL-12 completely abrogated DC
CTLA-4 secretion. Given these data, the cues that physio-
logically regulate DC CTLA-4 secretion might potentially
include certain Toll-like receptor (TLR) agonists, NOD-like
receptor agonists, RIG-I-like receptor agonists, and type I
and/or type III interferons known to be associated with TH1
polarization [42–45]. DC culture in the presence of TLR
agonists such as poly(I:C) (TLR-3), LPS (TLR-4), flagellin
(TLR-5), imiquimod (TLR-7), and CPG-ODN (TLR-9) did
not impact CTLA-4 secretion (data not shown), suggest-
ing that innate pattern recognition alone might not com-
pletely explain the regulation of DC CTLA-4 secretion.
Future studies will determine whether discernible regula-
tion of CTLA-4 might depend upon other types of signals
or certain combinations of pattern recognition and inter-
feron signaling.

Ipilimumab (anti-CTLA-4) has been administered as an
anticancer therapy on the theory that its mechanism of ac-
tion relies primarily upon activation of preexisting antitumor
T cells by inhibition of the regulatory T-cell response or
blockade of negative regulatory signaling in conventional
effector T cells [46,47]. More recent data suggest that ipi-
limumab might also deplete the regulatory T-cell subset in
an Fc-dependent manner through ADCC [47,48]. The pre-
sent study suggests that ipilimumab might provide addi-
tional anticancer efficacy through a fourth mechanism of
action if administered in conjunction with immune ad-
juvantation and antigen-specific vaccination.

The data indicate that blockade of DC-secreted CTLA-4
during active immune priming might enhance CD8+ T-cell
responses and lead to better outcomes. Indeed, in a recent
randomized trial in which ipilimumab was compared to ipi-
limumab+GVAX (allogeneic irradiated cancer cells trans-
duced with GM-CSF) in heavily pretreated patients with
advanced pancreatic ductal adenocarcinoma, patients as-
signed to the ipilimumab+GVAX vaccine arm exhibited
significantly greater median OS (5.7 months vs. 3.6 months)
and 1 year OS (27% vs. 7%). Most importantly, 2 of 15 pa-
tients in the ipilimumab+GVAX arm experienced long-term
disease stabilization and were alive at 30 months, whereas all
15 patients receiving ipilimumab only had died by 17 months
posttreatment [49]. While the tumor studies outlined in this
study were performed with CTLA-4 siRNA, future studies
using a murine equivalent of ipilimumab [50] should be in-
strumental toward the clarification of this point.

In summary, we demonstrate conclusively that DC ex-
press CTLA-4, a critical regulator of T-cell immunity. We
show that CTLA-4 expression is upregulated upon DC
maturation, CTLA-4 protein in mature DC colocalizes with
secretory endosomes, and CTLA-4 is secreted from the DC
in microvesicles. We also provide significant insight into the
manner by which DC CTLA-4 is likely to function by
demonstrating that (1) CTLA-4-containing microvesicles
competitively inhibit antibody binding to B7; (2) uptake of
CTLA-4-containing microvesicles by DC leads to down-
regulation of B7 surface expression; and (3) ablation of DC-
expressed CTLA-4 by siRNA upregulates proliferation and
activation of CD8+ T cells. We further demonstrate the

physiologic relevance of these findings in an in vivo model
system of cancer. These data firmly establish the validity of
nonlymphoid CTLA-4 expression, provide significant
functional insights into molecular effector mechanisms of
APC plasticity, and should open up a new area of study in
CTLA-4 biology and regulation of the adaptive immune
response.

Acknowledgments

The authors gratefully acknowledge the contributions of
Dr. Anna M. Sokac who assisted with confocal microscopy.
This project was also supported, in part, by funding from
Alex’s Lemonade Stand Childhood Cancer Foundation (to
W.K.D.) as well as by the Cytometry and Cell Sorting Core
at Baylor College of Medicine with funding from the NIH
(AI036211, CA125123, and RR024574) and the expert as-
sistance of Joel M. Sederstrom. The authors are also deeply
indebted to the Faust family for its outstanding leadership
and unwavering commitment to pediatric cancer research in
the Texas Medical Center.

Author Disclosure Statement

W.K.D. and M.M.H. own shares of Diakonos Research,
Ltd. All other authors declare no potential conflicts of
interest.

References

1. Krummel MF and JP Allison. (1995). CD28 and CTLA-4
have opposing effects on the response of T cells to stimu-
lation. J Exp Med 182:459–465.

2. Waterhouse P, JM Penninger, E Timms, A Wakeham, A
Shahinian, KP Lee, CB Thompson, H Griesser and TW
Mak. (1995). Lymphoproliferative disorders with early le-
thality in mice deficient in Ctla-4. Science 270:985–988.

3. Tivol EA, F Borriello, AN Schweitzer, WP Lynch, JA
Bluestone and AH Sharpe. (1995). Loss of CTLA-4 leads to
massive lymphoproliferation and fatal multiorgan tissue
destruction, revealing a critical negative regulatory role of
CTLA-4. Immunity 3:541–547.

4. Schubert D, C Bode, R Kenefeck, TZ Hou, JB Wing, A
Kennedy, A Bulashevska, BS Petersen, AA Schaffer, et al.
(2014). Autosomal dominant immune dysregulation syn-
drome in humans with CTLA4 mutations. Nat Med 20:
1410–1416.

5. Kuehn HS, W Ouyang, B Lo, EK Deenick, JE Niemela, DT
Avery, JN Schickel, DQ Tran, J Stoddar, et al. (2014).
Immune dysregulation in human subjects with heterozy-
gous germline mutations in CTLA4. Science 345:1623–
1627.

6. Hodi FS, SJ O’Day, DF McDermott, RW Weber, JA Sos-
man, JB Haanen, R Gonzalez, C Robert, D Schadendorf,
et al. (2010). Improved survival with ipilimumab in patients
with metastatic melanoma. N Engl J Med 363:711–723.

7. Wing K, T Yamaguchi and S Sakaguchi. (2011). Cell-
autonomous and -non-autonomous roles of CTLA-4 in
immune regulation. Trends Immunol 32:428–433.

8. Qureshi Q, Y Zheng, K Nakamura, K Attridge, C Manzotti,
EM Schmidt, J Baker, LE Jeffrey, S Kaur, et al. (2011).
Trans-endocytosis of CD80 and CD86: a molecular basis
for the cell-extrinsic function of CTLA-4. Science 332:
600–603.

DENDRITIC CELLS SECRETE CTLA-4 785



9. Dejean AS, DR Beisner, IL Ch’en, YM Kerdiles, A Babour,
KC Arden, DH Castrillon, RA DePinho and SM Hedrick.
(2009). Transcription factor Foxo3 controls the magnitude
of T cell immune responses by modulating the function of
dendritic cells. Nat Immunol 10:504–513.

10. Grohmann U, C Orabona, F Fallarino, C Vacca, F Calcinaro,
A Falorni, P Candeloro, ML Belladonna, R Bianchi, MC
Fioretti and P Puccetti. (2002). CTLA-4-Ig regulates tryp-
tophan catabolism in vivo. Nat Immunol 3:1097–1101.

11. Kowalczyk A, CA D’Souza and L Zhang. (2014). Cell-
extrinsic CTLA-4 mediated regulation of dendritic cell
maturation depends on STAT3. Eur J Immunol 44:1143–
1155.

12. Gardner D, LE Jeffrey and DM Sansom. (2014). Under-
standing the CD28/CTLA-4 (CD152) pathway and its im-
plications for costimulatory blockade. Am J Transplant
14:1985–1991.

13. Wing K, Y Onishi, P Prieto-Martin, T Yamaguchi, M
Miyara, Z Fehervari, T Nomura and S Sakaguchi. (2008).
CTLA-4 control over Foxp3+ regulatory T cell function.
Science 322:271–275.

14. Esposito L, KMD Hunter, J Clark, DB Rainbow, H Stevens,
J Denesha, S Duley, S Dawson, G Coleman, et al. (2014).
Investigation of soluble and transmembrane CTLA-4 iso-
forms in serum and microvesicles. J Immunol 193:889–
900.

15. Daroszewski J, E Pawlak, L Karabon, I Frydecka, A
Jonkisz, M Slowik, and M Bolanowski. (2009). Soluble
CTLA-4 receptor an immunological marker of Graves’
disease and severity of ophthalmopathy is associated with
CTLA-4 Jo31 and CT60 gene polymorphisms. Eur J En-
docrinol 161:787–793.

16. Purohit S, R Podolsky, C Collins, W Zheng, D Schatz, A
Muir, D Hopkins, YH Huang and JX She. (2005). Lack of
correlation between the levels of soluble cytotoxic T-
lymphocyte associated antigen-4 (CTLA-4) and the CT-60
genotypes. J Autoimmune Dis 2:8.

17. Oaks MK and KM Hallett. (2000). Cutting edge: a soluble
form of CTLA-4 in patients with autoimmune thyroid
disease. J Immunol 164:5015–5018.

18. Read S, V Malmstrom and F Powrie. (2000). Cytotoxic T
lymphocyte-associated antigen 4 plays an essential role in
the function of CD25+CD4+ regulatory cells that control
intestinal inflammation. J Exp Med 192:295–302.

19. Linsley PS, JL Greene, P Tan, J Bradshaw, JA Ledbetter, C
Anasetti and NK Damle. (1992). CTLA-4 coexpression and
functional cooperation of CTLA-4 and CD28 on activated
T lymphocytes. J Exp Med 176:1595–1604.

20. Kuiper HM, M Brouwer, PS Linsley and van Lier RA.
(1995). Activated T cells can induce high levels of CTLA-4
expression on B cells. J Immunol 155:177617–177683.

21. Sojanovic A, N Fiegler, M Brunner-Weinzierl and A Cer-
wenka. (2014). CTLA-4 is expressed by activated mouse
NK cells and inhibits NK cell IFN-g production in response
to mature dendritic cells. J Immunol 192:4184–4191.

22. Masteller EL, E Chuang, AC Mullen, SL Reiner and CB
Thompson. (2000). Structural analysis of CTLA-4 function
in vivo. J Immunol 164:5319–5327.

23. Han Y, Z Chen, Y Yang, Z Jiang, Y Gu, Y Liu, C Lin, Z
Pan, Y Yu, et al. (2014). Human CD14+CTLA-4+ regula-
tory dendritic cells suppress T-cell response by cytotoxic
T-lymphocyte antigen-4-dependent IL-10 and indoleamine-
2,3-dioxygenase production in hepatocellular carcinoma.
Hepatology 59:567–579.

24. Wang XB, ZH Fan, D Anton, AV Vollenhoen, ZH Ni, XF
Chen and AK Lefvert. (2011). CTLA4 is expressed on
mature dendritic cells derived from human monocytes and
influences their maturation and antigen presentation. BMC
Immunol 12:21.

25. Laurent S, P Carrega, D Saverino, P Piccioli, M
Camoriano, A Morabito, B Dozin, V Fontana, R Simone,
et al. (2010). CTLA-4 is expressed by human monocyte-
derived dendritic cells and regulates their functions. Hum
Immunol 71:934–941.

26. Pistillo MP, PL Tazzari, GL Palmisano, I Pierri, A
Bolognesi, F Ferlito, P Capanni, L Polito, M Ratta, et al.
(2003). CTLA-4 is not restricted to the lymphoid cell lin-
eage and can function as a target molecule for apoptosis
induction of leukemic cells. Blood 101:202–209.

27. Decker WK, D Xing, S Li, SN Robinson, H Yang, D
Steiner, KV Komanduri and EJ Shpall. (2009). Th-1 po-
larization is regulated by dendritic-cell comparison of
MHC class I and II antigens. Blood 113:4213–4223.

28. Li G, S Abendiankenari, YJ Kim, TB Campbell, S Ito, B
Graham-Evans, S Cooper and HE Broxmeyer. (2007).
TGF-beta combined with M-CSF and IL-4 induces gener-
ation of immune inhibitory cord blood dendritic cells ca-
pable of enhancing cytokine-induced ex vivo expansion of
myeloid progenitors. Blood 110:2872–2879.

29. Sobo-Vujanovic A, S Munich and NL Vujanovic. (2014).
Dendritic-cell exosomes cross-present Toll-like receptor-
ligands and activate bystander dendritic cells. Cell Im-
munol 289:119–127.

30. Wiley RD and S Gummuluru. (2006). Immature dendritic
cell-derived exosomes can mediate HIV-1 trans infection.
Proc Natl Acad Sci U S A 103:738–743.

31. Azouz NP, N Zur, A Efergan, N Ohbayashi, M Fukuda, D
Amihai, I Hammel, ME Rothenberg and R Sagi-Eisenberg.
(2014). Rab5 is a novel regulator of mast cell secretory
granules: impact on size, cargo, and exocytosis. J Immunol
192:4043–4053.

32. Ullrich O, S Reinsch, S Urbe, M Zerial and RG Parton.
(1996). Rab11 regulates recycling through the pericen-
triolar recycling endosome. J Cell Biol 135:913–924.

33. Mandron M, MF Aries, RD Brehm, HS Tranter, KR
Acharya, M Chaveron and C Davrinche. (2006). Human
dendritic cells conditioned with Staphylococcus aureus
enterotoxin B promote TH2 cell polarization. J Allergy Clin
Immunol 117:1141–1147.

34. Brunet JF, F Denizot, MF Luciani, M Roux-Dosseto, M
Suzan, MG Mattei and P Golstein. (1987). A new member
of the immunoglobulin superfamily—CTLA-4. Nature 328:
267–270.

35. Friedline RH, DS Brown, H Nguyen, H Kornfeld, J Lee, Y
Zhang, M Appleby, SD Der, J Kang and CA Chambers.
CD4+ regulatory T cells require CTLA-4 for the mainte-
nance of systemic tolerance. J Exp Med 206:421–434.

36. Kalathil S, AA Lugade, A Miller, R Iyer and Y Thanavala.
(2013). Higher frequencies of GARP+CTLA-4+Foxp3+ T
regulatory cells and myeloid-derived suppressor cells in
hepatocellular carcinoma patients are associated with im-
paired T-cell functionality. Cancer Res 73:2435–2444.

37. Verma C, JM Eremin, A Robbins, AJ Bennett, GP Cowley,
MA El-Sheemy, JA Jibril and O Eremin. (2013). Abnormal
T regulatory cells (Tregs: FOXP3+, CTLA-4+), myeloid-
derived suppressor cells (MDSCs: monocytic, granulocyt-
ic) and polarised T helper profiles (Th1, Th2, Th17) in
women with large and locally advanced breast cancers

786 HALPERT ET AL.



undergoing neoadjuvant chemotherapy (NAC) and surgery:
failure of abolition of abnormal treg profile with treatment
and correlation of treg levels with pathological response to
NAC. J Transl Med 11:16.

38. Montecalvo A, AT Larregina, WJ Shufesky, DB Stolz, ML
Sullivan, JM Karlsson, CJ Baty, GA Gibson, G Erdos, et al.
(2012). Mechanism of transfer of functional microRNAs
between mouse dendritic cells via exosomes. Blood 119:
756–766.

39. Montecalvo A, WJ Shufesky, D Stolz, MG Sullivan, Z
Wang, SJ Divito, GD Papworth, SC Watkins, PD Robbins,
AT Larregina and AE Morelli. (2008). Exosomes as a short-
range mechanism to spread alloantigen between dendritic
cells during T-cell allorecognition. J Immunol 180:3081–
3090.

40. Valadi H, K Ekstrom, A Bossios, M Sjöstrand, JJ Lee and
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