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ABSTRACT

Liver dendritic cells (DCs) display immunosuppressive activities and inhibit the
CD4* T cell response. The present study assessed whether and how liver DCs suppress
CD8* T cells. We found that bone marrow-derived mature DCs incubated with liver
stromal cells were characterized by a longer life span, reduced CD11c, IA/IE, CD8O,
CD86, and CD40 expression, and increased CD11b expression. These unique liver
stromal cell-educated mature DCs (LSed-DCs) stimulated CD8* T cells to express
CD25 and CD69, but inhibited their proliferation. CD8* T cell suppression depended
on soluble factors released by LSed-DCs, but not cell-cell contact. Compared with
mature DCs, LSed-DCs produced more nitric oxide and IL-10. Addition of a nitric oxide
synthase inhibitor, PBIT, but not an IL-10-blocking mAb, reversed LSed-DC inhibition
of CD8* T cell proliferation. We also found that LSed-DCs reduced CD8* T cell-mediated
liver damage in a mouse model of autoimmune hepatitis. These results demonstrate
that the liver stroma induces mature DCs to differentiate into regulatory DCs that
suppress CD8* T cell proliferation, and thus contribute to liver tolerance.

INTRODUCTION

A variety of immune cells, including NK cells, NKT
cells, Kupffer cells, HSCs, and regulatory T cells (Tregs),
are involved in the generation of hepatic tolerance [7-13].
As a bridge connecting innate and adaptive immunity,

The liver is a lymphoid organ [1] that consists of
two major lymphocyte groups: an innate component

including abundant NK cells and NKT cells, and an
adaptive component containing conventional CD4" and
CD8" T cells. Antigen presenting cells (APCs), including
dendritic cells (DCs), Kupffer cells, liver sinusoidal
endothelial cells, and hepatic stellate cells (HSCs), also
reside in liver sinusoids. As the hepatic immune system
is constantly exposed to harmless dietary and commensal
antigens, the liver is often regarded as a tolerogenic organ
that favors peripheral tolerance induction [2, 3]. This
tolerance is observed under certain conditions, such as
administration of antigens via the portal vein, allogeneic
liver transplantation and certain pathogen infections [4-6].
However, the underlying mechanisms of liver tolerance
remain poorly understood.

DCs also contribute to immune tolerance through both
Treg induction and inhibition of T cell response [14, 15].
These immune tolerance-promoting “regulatory” DCs
(DCregs) are derived from immature DCs (imDCs) or
redifferentiated mature DCs (mDCs) [16, 17]. Recent
findings indicated that liver DCs are characterized by
IL-10 secretion [18, 19], and contribute to tolerance
maintenance in auto- and allo-immunity models [20,
21]. Subsequent studies demonstrated the presence of
liver DCregs, whose generation depended on the liver
microenvironment [22-24]. Liver DCregs inhibit CD4" T
cell proliferation, direct Th2 response, and induce Tregs
[24-27]. However, little is known about liver DCreg
regulation of CD8" T cells. As an adaptive immune system
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component, CD8" T cells play key roles in hepatitis viral
clearance, and exert destructive functions in autoimmune
hepatitis and during chronic HBV and HCV infection
[28, 29]. Understanding how liver DCregs regulate CD8*
T cells will enhance comprehension of liver immune
tolerance.

In this study, liver stromal cells (LSCs) were used to
mimic the liver microenvironment as described previously
[24]. We found that LSC-educated mature DCs (LSed-
DCs) exhibited increased IL-10 expression and reduced
expression of class II MHC molecules and costimulatory
molecules. These LSed-DCs acquired the ability to
activate CD8" T cells, but inhibited their proliferation,
which was associated with enhanced nitric oxide (NO)
production. In a CD8" T cell-mediated autoimmune
hepatitis (AIH) model, LSed-DCs protected liver against
inflammatory damage. This study demonstrated that the
liver stroma induces mature DCs to differentiate into
regulatory DCs that suppress CD8* T cell proliferation,
thus contributing to liver tolerance.

RESULTS

Incubation with LSCs induced mDC proliferation

To investigate whether the liver microenvironment
affected DC differentiation, bone marrow (BM)-
derived mDCs from C57BL/6 mice were seeded onto a
monolayer of LSCs from CD45.1" B6.SJL mice in vitro.
After incubation, mDC morphology and expansion were
monitored via microscopy. Our data showed that mDCs
first adhered to the LSCs and subsequently divided into a
clone of daughter cells that clustered on the liver stroma
monolayer (Figure 1A). Without the support of LSCs,
mDCs did not divide and gradually underwent cell death,
during which dendrites were lost and intracellular vacuoles
appeared (Figure 1A). These data indicated that LSCs
could potentially induce mDC proliferation. We further
investigated the CD45.1- LSed-DC, mDC, and imDC
phenotypes using flow cytometry. LSed-DCs upregulated
CD11b, but downregulated CD11c¢, IA/IE, CD80, CDS6,
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Figure 1: LSed-DC morphology and phenotype. Purified BM-derived mDCs were seeded onto LSC monolayers at 2x10° cells/
well in 6-well plates. mDC morphology was monitored by phase-contrast microscopy (400x) A. After two weeks of incubation with LSCs,
LSed-DCs were detected by flow cytometry B. BM-derived mDCs and imDCs were used as controls. Data are representative of at least

three independent experiments.
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and CD40 as compared to mDCs (Figure 1B). LSed-DCs LSed-DCs activated CD8" T cells
displayed a phenotype similar to imDCs (Figure 1B).
These data indicated that LSCs could educate mDCs.
And mDC:s displayed plastic potential even at maturation,
just like previous findings [16, 30]. However, it should
be noted that mDC used here are bone marrow-derived
culture-generated mDCs in vitro, which may be different
from DCs in vivo.

Considering their unique phenotype, LSed-DCs
might direct a different T cell response than that of mDCs.
We detected the ability of LSed-DCs to activate CD8"
T cells. Naive OT-I CD8" T cells did not express CD25
and CD69, two markers of T cell activation (Figure 2A).
However, > 90% of CD8" T cells expressed CD25 and
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Figure 2: CD8" T cell activation by LSed-DCs. Purified OT-1CD8" T cells (2x10°) were co-cultured with OVA _ , . -loaded mDCs
(2x10%) and/or OVA_, , ,-loaded LSed-DCs (2x10*) for 48 h. Cells were collected and CD3*/CD8" T cells were gated for analysis of CD25
and CD69 expression by flow cytometry A. Co-culture supernatants were collected for analysis of IL-2 and IFN-y via ELISA B. Data are

presented as means+SD of triplicate wells, and represent three independent experiments. ***P < 0.001, ANOVA.
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CD69 when stimulated by OVA _ .,
48 h. OVA _ _ -loaded LSed-DCs also promoted CD25
and CD69 expression in CD8" T cells, despite their
reduced expression of antigen presentation-associated
surface functional molecules. To further confirm CD8*
T cell activation, supernatants from co-culture systems
were selected for IL-2 and IFN-y detection. LSed-DC-
stimulated CD8"* T cells secreted a large amount of IFN-y
and IL-2 when compared with naive CD8* T cells (Figure
2B). This phenomenon was similar to that observed in co-
cultures, including mDCs, or mDCs plus LSed-DCs. Thus,
our data indicated that LSed-DCs, in spite of phenotypic
alteration, retained the ability to activate CD8" T cells.

-loaded mDCs for

LSed-DCs inhibited CD8* T cell proliferation

Although LSed-DCs could activate CD8" T cells,
weak expression of costimulatory molecules and class 11
MHC molecules suggested a unique regulatory function
for these DCs. We performed a proliferation assay using
our co-culture system, with CFSE-labeled OT-1 CD8"
T cells and OVA__ | ,-loaded mDCs in the presence or
absence of LSed-DCs for 48 h. Flow cytometric analysis
showed that mDCs induced repeated division in antigen-
specific CD8" T cells, while LSed-DCs weakly promoted
OT-1 CDS8" T cell proliferation (Figure 3A). Importantly,
addition of LSed-DCs impaired mDC-triggered CD8*
T cell proliferation. This indicated LSed-DC-mediated
suppression, which was supported by decreased CD8" T
cell numbers in the mDCs/CD8" T group as compared
to the LSed-DCs/mDCs/CD8" T group (Figure 3A). To
confirm this LSed-DC inhibitory activity in vivo, OT-1
CD8" T cells in combination with OVA _ | -loaded mDCs
and/or LSed-DCs were transferred into naive C57BL/6
mice. CD8" T cell percentages were detected three days
later. We observed a higher percentage of antigen-specific
CD8" T cells in blood in the presence of antigen-loaded
mDCs. However, LSed-DCs only weakly support OT-I
CD8" T cell maintenance. We noted that the percentage
of OT-1 CD8" T cells in blood decreased when mDCs
and LSed-DCs were transferred together, as compared
to mDCs alone (Figure 3B). These results matched OT-1
CD8" T cell number changes in blood among the different
groups (Figure 3B).

LSed-DC suppressive activity was not associated
with IL-10

To assess LSed-DC suppressive mechanisms, we
stimulated CD8" T cells with polyformaldehyde-fixed
LSed-DCs or LSed-DC culture supernatants. LSed-
DC culture supernatants efficiently suppressed CD8" T
cell proliferation ,whereas fixed LSed-DCs did so only
weakly (Figure 4A). This suggested that soluble factors
rather than cell-cell contact might contribute to LSed-DC-

mediated CD8" T cell suppression. Additionally, we found
that co-culturing DCs and CD8" T cells increased IL-10
production. IL-10 was particularly increased following
LSed-DCs/CD8" T and LSed-DCs/mDCs/CD8" T co-
cultures, as compared to the mDCs/CDS8" T group (Figure
4B). These data suggested that IL-10 might be involved in
LSed-DC-mediated CD8" T cell suppression. A blocking
experiment with anti-IL-10 mAb was subsequently
performed to assess the influence of this cytokine on LSed-
DCs-mediated suppression. IL-10 neutralization affected
neither CD8* T cell numbers, nor IL-2 production in LSed-
DC and mDC co-cultures (Figure 4C). Thus, other soluble
factors may contribute to LSed-DC inhibitory activities.

NO was involved in LSed-DCs-mediated CD8" T
cell suppression

Previous reports indicated that tissue stroma-
educated DCregs suppressed CD4" T cells via NO
production [16, 17, 31]. We assessed whether NO
promoted LSed-DC-mediated CD8" T cell suppression.
A Griess assay to detect NO production in different co-
culture systems revealed that LSed-DCs produced more
NO than mDCs (Figure 5A). Additionally, LSed-DCs
rather than mDCs had a greater potential to secrete NO
in response to lipopolysaccharide (LPS) stimulation. The
data suggested that LSed-DCs might suppress CD8" T
cells in a NO-dependent manner. We performed a second
proliferation assay in which NO production was either
promoted or blocked. Addition of NO donor, NOC-18,
to the mDCs/CDS8* T co-culture system reduced CD8* T
cell numbers, suggesting inhibition by NO (Figure 5B).
Furthermore, administration of selective NO synthase
inhibitor, PBIT, effectively reversed LSed-DC-mediated
CDS8" T cell suppression. These data demonstrated that
LSed-DCs inhibited CD8" T cell proliferation in a NO-
dependent manner.

LSed-DCs ameliorated CD8* T cell-mediated
autoimmune hepatitis

As noted above, LSed-DCs inhibited CD8* T cell
proliferation. We hypothesized that these unique LSed-
DCs might protect mice from CD8" T cell-mediated
liver damage. AIH was induced in mice by transferring
HBV-specific CD8" T cells into HBV transgenic mice.
Serum AST levels were used to evaluate degree of liver
damage. AIH induction increased AST levels from d 1 to
3, followed by recovery on d 6 (Figure 6). This reflected
acute hepatitis. However, transfusion of HBV-specific
CDS8" T cells together with LSed-DCs decreased serum
AST on d 1 and d 3, indicating a protective effect by
LSed-DCs.

www.impactjournals.com/oncotarget

93417

Oncotarget



>
Counts—»

CFSE >

CcD8'T + + + +

mDCs - + - +

LSed-DCs - - + +
CcD8*'T *
>(.

mDCs+CD8* T * %

LSed-DCs+CD8* T ;

LSed-DCs+mDCs+CD8* T
0 5,000 10,000 15,000
Relative CD8* T cell number

14
B 8 0.1%
~
0
g
>
CD8*T + + + +
mDCs - + — +
LSed-DCs - - + +
CcD8'T *
il
mDCs+CD8* T * 1%
LSed-DCs+CD8* T :

LSed-DCs+mDCs+CD8* T

0 200 400 600 800 1000 1200
Relative CD8* T cell number

Figure 3: CD8* T cell suppression by LSed-DCs in vitro and in vivo. CFSE-labeled OT-1 splenic CD8" T cells (2x10°) were
co-cultured with OVA . . -loaded mDCs (2x10%) in the presence or absence of LSed-DCs (2x107) for 48 h in vitro. CFSE was analyzed
in gated CD3*/CD8" T cells, and histograms showed relative CD8" T cell numbers as counted by flow cytometry A. OT-1 CD8" T cells
(1.5x10° with OVA,_  -loaded mDCs (1.5x10%) and/or LSed-DCs (1.5x10%) were transferred intravenously into naive C57BL/6 mice
for three days. Mononuclear cells from blood were separated and stained for analysis of OT-1 CD8" T cell (CD3*/CD8"/V[5.1/5.2 TCR")
frequency B. Histograms showed relative transferred OT-1 CD8" T cell numbers as counted by flow cytometry. Data are presented as
means=SD of triplicate wells, and are representative of at least two independent experiments. *P < 0.05, **P < 0.01, ***P < 0.001,
ANOVA.
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DISCUSSION These LSed-DCs were thought to be a type of DCreg,
with a phenotype similar to that of imDCs. Enhanced NO,

The present study showed that LSCs educated but not IL-10 expression was associated with LSed-DC-
mDCs to differentiate into a unique DC type capable of induced CD8" T cell suppression. Additionally, protection
activating CD8" T cells and inhibiting their proliferation. of mice against AIH-related tissue damage suggested that

LSed-DCs contribute to maintenance of liver tolerance.
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Figure 4: The role of IL-10 in LSed-DC-mediated CD8" T cell suppression. Purified LSed-DCs (2x10*) were cultured for 48
h. CD8" T cell proliferation was assessed following stimulation with paraformaldehyde-fixed LSed-DCs or LSed-DC culture supernatants
A. Supernatants from cultures containing mDCs or LSed-DCs were collected at 48 h for analysis of IL-10 via ELISA B. Anti-IL-10 mAb
and matched isotype were added to co-cultures containing LSed-DCs for 48 h, and relative CD8" T cell numbers and IL-2 production
were examined by flow cytometry and ELISA C. Data are presented as means+SD of triplicate wells, and represent three independent
experiments. ¥**P < 0.01, ***P <0.001 ANOVA.
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The liver is a lymphoid organ that induces tolerance
rather than protective immunity [32]. This is due to its
unique location that allows for influx of food and other
non-pathogen derived antigenic molecules that are
absorbed by the intestine. The liver therefore constitutes
a set of inflammation-resistant mechanisms that finely
regulate the immune response to innocent antigens [2].
Among these mechanisms, liver stroma contributes to the
establishment of liver tolerance [33], but how stromal cells
exert suppression remains poorly understood. Here, we
found that the liver stroma programs mDCs to proliferate
and differentiate into DCregs, inducing phenotypic
changes as described previously [16, 34, 35]. Our data
demonstrated that DCs have plastic potential even at
maturation, which was consistent with previous reports
[16, 30, 36]. Functional transformation of DCs from
the initiation of immunity to the induction of tolerance

A mDCs

mDCs+LPS

LSed-DCs

LSed-DCs+LPS

was also observed in other tissue microenvironments,
with diverse underlying mechanisms. For example, both
cell-cell contact and soluble factors contributed to the
generation of DCregs from mDCs seeded onto splenic
stroma, liver stroma, and mesenchymal stem cells [16,
24, 30], while pulmonary stroma and lung cancer cells
induced this differentiation in a soluble factor-dependent
manner only [17, 31].

In agreement with previous findings, liver DCregs
suppress CD4" T cell proliferation and induce apoptosis
of the activated CD4* T cells [14, 24, 37]. However,
information about DCreg-induced CD8" T cell inhibition
was lacking. We found that LSed-DCs retained the ability
to activate CD8" T cells, but inhibited mDC-triggered
CD8" T cell proliferation. Inhibition of antigen-specific
CDB8" T cells may help the liver recover from autoimmune
disease, and our results support this hypothesis.
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Figure 5: The role of NO in LSed-DC-mediated CD8" T cell suppression. Supernatants from cultures containing mDCs (2x10*),
or LSed-DCs (2x10%) with or without LPS (0.5 pg/mL) were collected at 24 h for analysis of NO via Griess assay A. The NO donor, NOC-
18 (10 uM), was added to mDC/CD8" T cell co-cultures, and the NOS inhibitor, PBIT (10pM), was added to LSed-DC/mDC/CD8" T cell
co-cultures. 48 h later, relative CD8" T cell numbers were examined using flow cytometry B. Data are presented as means+SD of triplicate
wells, and represent three independent experiments. *P < 0.05, **P < 0.01, ANOVA.
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DCregs can cause immunosuppression by a variety
of mechanisms [38-41]. We found here that LSed-
DC-secreted soluble factors, but not cell-cell contact,
contributed to CD8" T cell proliferation. Previous
reports documented that human liver DCs require IL-
10 to generate CD4*/CD25"/Foxp3* Tregs [27]. Mouse
liver DCs reduced TNF, IL-6, and ROS production by
inflammatory monocytes through IL-10 secretion [18].
These data suggested the importance of IL-10 in liver DC-
mediated suppression. Although we found that LSed-DCs
produced more IL-10 than mDCs, our results showed that
LSed-DCs suppressed CD8" T cells in IL-10-independent
manner. However, suppression of CD4" T cells by DCregs

via NO is well recognized [16, 17, 31, 42], and we found
that LSed-DCs suppressed CD8" T cells in NO-dependent
manner. NO effects on CD8" T cells must be further
investigated.

Together, the data presented in this study showed
that LSCs induced mDC differentiation into DCregs,
which suppressed CD8" T cell proliferation. Our results
support the hypothesis that mDCs differentiate into
DCregs after exposure to the stromal environment,
rather than undergoing activation-induced apoptosis, and
enhance our understanding of the liver microenvironment
in liver tolerance and immune homeostasis.

] HBV-specific CD8*T cells to WT mice
N LSed-DCs+HBV-specific CD8*T cells to HBV transgenic mice
1 wTCD8*T cells to HBV transgenic mice

HBV-specific CD8*T cells to HBV transgenic mice

HBYV transgenic mice
400 I
350
300

250

N
) %
= 200 §
7 \
< 150 \7
NV
100 \;
s NV
NV

Day 1

Day 3

n.s

Day 6

AL S SIS

NNNNNN\\N
ANNNNNNNN

/S SSY.

Figure 6: Suppression of AIH by liver LSed-DCs. AIH was induced by transfer of HBV-specific CD8" T cells (1x10%) into HBV
transgenic mice. LSed-DCs (2x107) were also transferred together with HBV-specific CD8" T cells into HBV transgenic mice. HBV
transgenic mice receiving CD8" T cells from WT mice or no CD8" T cells, and WT mice receiving HBV-specific CD8" T cells were used
as negative controls. Serum AST was detected at different time points. Data are presented as means+SD of triplicate wells, and represent at

least two separate experiments. *P < 0.05, ANOVA.
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MATERIALS AND METHODS

Mice

C57BL/6 mice, CD45.1" B6 SJL mice, OVA__
14 Specific TCR transgenic mice (OT-1 mice), and HBV
transgenic mice, all 6-8 weeks of age, were purchased from
the animal facility at Tsinghua University, China. Studies
were approved by the Laboratory Animal Care Committee
of Tsinghua University, and all animal experiments were
conducted in accordance with the Guidelines of Care and
Use of Laboratory Animals at Tsinghua University.

LSC culture

LSCs were prepared as described previously [24].
Briefly, the liver was prepared from newborn B6 SJL
(CD45.17%) mice, cut into 1-2mm (length) fragments, and
cultured in RPMI 1640 medium supplemented with 20%
fetal calf serum (FCS; PAA Laboratory, Pasching, Austria)
at 37° with 5% CO,. After 2-3 weeks, relatively fast-
growing cells were harvested and purified using CD11b
microbeads (Miltenyi Biotec, Auburn, CA) to remove
contaminating liver macrophages. Such cells, designated
LSCs, were characterized by positive vimentin, desmin,
and o-smooth muscle actin expression, and negative
cytokeratin-7, CD105, and CD54 expression. They
displayed fibroblast morphology, and were expanded for
use in the following experiments.

Preparation of mDCs from mouse bone marrow

mDCs were prepared from BM progenitors as
described previously [16]. Briefly, BM mononuclear cells
were prepared from mouse femur BM suspensions and
cultured in RPMI 1640 medium containing 10% FCS,
10 ng/ml of recombinant mouse granulocyte macrophage
colony-stimulating factor (GM-CSF), and 1 ng/ml of
recombinant mouse IL-4 (PeproTec, London, United
Kingdom). Nonadherent cells were gently washed out on
d 4; the remaining loosely adherent clusters were further
cultured in the presence (used as mDCs) or absence
(used as imDCs) of 10 ng/ml of LPS (Sigma-Aldrich)
for 4 d, and then positively sorted with CD11c¢ magnetic
microbeads (Miltenyi Biotec). DC purity was tyity of
tively soby flow cytometry. In some experiments, prepared
mDCs were cultured for 48 h, and supernatants were
collected for cytokine analysis via ELISA.

mDC education by LSCs

mDCs derived from C57BL/6 mice were seeded
onto LSC monolayers derived from CD45.1" B6 SJIL mice

in 6-well plates at 2x10° cells in 5ml per well, then the
media was replaced by RPMI 1640 medium supplemented
with 5% FCS to suppress stromal cell growth. After
co-culture with LSCs for two weeks, educated cells
(viability>90%) were washed off the monolayer with
0.1% trypsin and SmM EDTA, and CD45.2*/CD45.17/
CDl11lc® mDCs (LSed-DCs) were purified by flow
cytometry (purity>90%). mDCs and LSCs were derived
from different species and had different markers, which
helped to avoid LSC contamination during educated mDC
sorting. LSed-DC numbers, morphologies and phenotypes
were examined via phase-contrast microscopy (Leica-
DMIRB; Leica, Wetzlar, Germany) and flow cytometry. In
some experiments, prepared LSed-DCs were cultured for
48 h, and supernatants were collected for cytokine analysis
via ELISA.

Antibodies and flow cytometry

Fluorescein-conjugated mAbs specific for the mouse
antigens, CD3 (145-2C11), CD8 (53-6.7), CD11b (M1/70),
CDl1l1c (N418), IA/IE (MKS4), CD80 (16-10A1), CD86
(GL1), CD40 (1C10), CD25 (PC61.5), CD69 (H1.2F3),
VB5.1/5.2 (MR9-4), CD45.1 (A20), and CD45.2 (104)
were purchased from eBioscience (San Diego, CA).
An IL-10 neutralizing mAb was purchased from R&D
Systems (Minneapolis, MN). For cell surface staining,
cells were incubated with fluorescence-conjugated mAbs
in the presence of 2.4G2 or rat sera. Matched isotype
controls were used to establish background fluorescence.
7-AAD was used to exclude dead cells in phenotype
analysis. For cell counting, stained cells were collected
at high speed for 40 sec and counted via flow cytometer.
Phenotype analysis and cell counting were performed on a
BD FACSAria (BD Biosciences, Sand Jose, CA) using the
BD FACSDiVa software (BD Biosciences).

CD8" T cell proliferation assay

For in vitro assays, CD3"/CD8" T cells (purity
rolifwere obtained using flow cytometry sorting from
spleens of naive OT-1 mice, and labeled with 5 puM
CFSE (Molecular Probes, Eugene, OR). 2x10°CD8" T
cells were then co-cultured with 2x10*OVA,_  -loaded
mDCs (co-culture with 2 mM OVA __ peptide at 37°C
for 6 h) in 96-well plates with or without 2x10* LSed-
DCs, 2x10*paraformaldehyde-fixed LSed-DCs, or LSed-
DC supernatants (LSed-DCs-SN, collected after 48 h
culture). After 48 h, cells were stained with anti-CD8 mAb
followed by proliferation analysis using flow cytometry.

For in vivo assays, 1.5x10° OT-1 CD8" T cells,
1.5x10°0VA ., -loaded mDCs, and 1.5x10°LSed-DCs
were injected intravenously into C57BL/6 mice. Three d
later, mononuclear cell suspensions were prepared from

the blood of recipient mice to determine the percentage
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of transferred OT-1 CD8" T cells (CD3*/CD8*/V5.1/5.2
TCR") via flow cytometry. In certain proliferation assays,
anti-IL-10 mAb (20 pg/ml), the selective NO synthase
inhibitor PBIT (10 uM), or the NO donor NOC-18 (10
uM) were administered.

Cytokines and NO assay

2x105 OT-1 CD8* T cells were co-cultured with
2x10* OVA . ,,-loaded mDCs in 96-well plates with or
without the same number of liver LSed-DCs. 48 h later,
IL-2, IFN-y, and IL-10 levels in co-culture supernatants
were determined using the Ready-SET-Go ELISA Kit
(eBioscience, San Diego, CA, USA) according to the
manufacturer’s instructions. For NO detection, mDCs and
LSed-DCs were cultured for 24 h with or without LPS (0.5
pg/mL). NO production was determined by measuring
nitrite concentration using the Griess assay as described

previously [43].

Preparation of AIH model

Wild type (WT) C57BL/6 mice were immunized via
intraperitoneal injection of 1x10® liver cells from HBV
transgenic mice. Three boosts with 5x107 HBV-transgenic
liver cells each were performed at 10-d intervals after
initial challenge. 45 d after initial immunization, splenic
CDS8" T cells (1x10%) were sorted (purityorted as HBV-
specific CD8" T cells using CD8* magnetic microbeads
(Miltenyi Biotec), and injected intravenously into HBV
transgenic mice to induce AIH. Degree of liver damage
was examined via aspartate aminotransferase (AST)
detection in blood on d 1, 3 and 6. HBV transgenic mice
receiving CD8" T cells from WT mice or no CD8* T cells,
and WT mice receiving HBV-specific CD8" T cells were
used as negative controls. In the ATH model, 2x107 LSed-
DCs were injected intravenously together with HBV-
specific CD8" T cells to investigate LSed-DC-related
protection against autoimmune damage.

Statistical analysis

CONFLICTS OF INTEREST

The authors declare no conflicts of interest.

FUNDING

This work was supported by grants from the
National Science and Technology Major Projects (2014ZX
09508003), the National Natural Science Foundation of
China (81273212, 81202308, 81302603, 81471553),
the Science and Technology Development Project of
Shandong Province (2014GSF118044), and the National
Science Foundation of Shandong Province, China
(J13LKO1).

REFERENCES

1. Crispe IN. The liver as a lymphoid organ. Annu Rev
Immunol. 2009; 27:147-163.

2. Doherty DG. Immunity, tolerance and autoimmunity in the
liver: A comprehensive review. J Autoimmun. 2016; 66:60-
75.

3. Tiegs G, Lohse AW. Immune tolerance: what is unique

about the liver. J] Autoimmun. 2010; 34:1-6.

Knolle PA, Gerken G. Local control of the immune

response in the liver. Immunol Rev. 2000; 174:21-34.

5. Watanabe T, Kudo M, Chiba T, Wakatsuki Y. Molecular
mechanisms of portal vein tolerance. Hepatol Res. 2008;
38:441-449.

6. Alex Bishop G, Bertolino PD, Bowen DG, McCaughan
GW. Tolerance in liver transplantation. Best Pract Res Clin
Gastroenterol. 2012; 26:73-84.

7. You Q, Cheng L, Kedl RM, Ju C. Mechanism of T cell
tolerance induction by murine hepatic Kupffer cells.
Hepatology. 2008; 48:978-990.

8. Ichikawa S, Mucida D, Tyznik AJ, Kronenberg M,
Cheroutre H. Hepatic stellate cells function as regulatory
bystanders. J Immunol. 2011; 186:5549-5555.

9. Crispe IN. Hepatic T cells and liver tolerance. Nat Rev
Immunol. 2003; 3:51-62.

10. HeF, ChenZ, Xu S, Cai M, Wu M, Li H, Chen X. Increased
CD4+CD25+Foxp3+ regulatory T cells in tolerance induced
Significant differences were assessed using by portal venous injection. Surgery. 2009; 145:663-674.

Student’s  tests fOIT two gr(.)up.s or ANOYA for 3-4 groups. 11. Saeki C, Nakano M, Takahashi H, Saito S, Homma S, Tajiri

P <0.05 was considered significantly different. H, Zeniya M. Accumulation of functional regulatory T cells

in actively inflamed liver in mouse dendritic cell-based

ACKNOWLEDGMENTS autoimmune hepatic inflammation. Clin Immunol. 2010;
135:156-166.

) We grat.efull.y acknowledge MH Zhgng from 12. Heymann F, Tacke F. Immunology in the liver--from
T@nghga University for helpful suggestions and homeostasis to disease. Nat Rev Gastroenterol Hepatol.
discussions. 2016; 13:88-110.

13. Li F, Tian Z. The liver works as a school to educate
regulatory immune cells. Cell Mol Immunol. 2013; 10:292-
302.
www.impactjournals.com/oncotarget 93423 Oncotarget



14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

Osorio F, Fuentes C, Lopez MN, Salazar-Onfray F,
Gonzalez FE. Role of Dendritic Cells in the Induction of
Lymphocyte Tolerance. Front Immunol. 2015; 6:535.

Oh J, Shin JS. The Role of Dendritic Cells in Central
Tolerance. Immune Netw. 2015; 15:111-120.

Zhang M, Tang H, Guo Z, An H, Zhu X, Song W, Guo
J, Huang X, Chen T, Wang J, Cao X. Splenic stroma
drives mature dendritic cells to differentiate into regulatory
dendritic cells. Nat Immunol. 2004; 5:1124-1133.

Li Q, Guo Z, Xu X, Xia S, Cao X. Pulmonary stromal
cells induce the generation of regulatory DC attenuating
T-cell-mediated lung inflammation. Eur J Immunol. 2008;
38:2751-2761.

Bamboat ZM, Ocuin LM, Balachandran VP, Obaid H, Plitas
G, DeMatteo RP. Conventional DCs reduce liver ischemia/
reperfusion injury in mice via IL-10 secretion. J Clin Invest.
2010; 120:559-569.

Sumpter TL, Packiam V, Turnquist HR, Castellaneta A,
Yoshida O, Thomson AW. DAP12 promotes IRAK-M
expression and IL-10 production by liver myeloid dendritic
cells and restrains their T cell allostimulatory ability. J
Immunol. 2011; 186:1970-1980.

Watanabe T, Katsukura H, Chiba T, Kita T, Wakatsuki Y.
Periportal and sinusoidal liver dendritic cells suppressing T
helper type 1-mediated hepatitis. Gut. 2007; 56:1445-1451.

Liang X, Ma L, Thai NL, Fung JJ, Qian S, Lu L. The role of
liver-derived regulatory dendritic cells in prevention of type
1 diabetes. Immunology. 2007; 120:251-260.

Kern M, Popov A, Kurts C, Schultze JL, Knolle PA.
Taking off the brakes: T cell immunity in the liver. Trends
Immunol. 2010; 31:311-317.

Crispe IN. Liver antigen-presenting cells. J Hepatol. 2010;
54:357-365.

Xia S, Guo Z, Xu X, Yi H, Wang Q, Cao X. Hepatic
microenvironment programs hematopoietic progenitor
differentiation into regulatory dendritic cells, maintaining
liver tolerance. Blood. 2008; 112:3175-3185.

Jinushi M, Takehara T, Tatsumi T, Yamaguchi S, Sakamori
R, Hiramatsu N, Kanto T, Ohkawa K, Hayashi N. Natural
killer cell and hepatic cell interaction via NKG2A leads to
dendritic cell-mediated induction of CD4 CD25 T cells with
PD-1-dependent regulatory activities. Immunology. 2007,
120:73-82.

Cabillic F, Rougier N, Basset C, Lecouillard I, Quelvennec
E, Toujas L, Guguen-Guillouzo C, Corlu A. Hepatic
environment elicits monocyte differentiation into a dendritic
cell subset directing Th2 response. J Hepatol. 2006; 44:552-
559.

Bamboat ZM, Stableford JA, Plitas G, Burt BM, Nguyen
HM, Welles AP, Gonen M, Young JW, DeMatteo
RP. Human liver dendritic cells promote T cell
hyporesponsiveness. J Immunol. 2009; 182:1901-1911.

Longhi MS, Hussain MJ, Bogdanos DP, Quaglia A, Mieli-
Vergani G, Ma Y, Vergani D. Cytochrome P450IID6-

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

specific CD8 T cell immune responses mirror disease
activity in autoimmune hepatitis type 2. Hepatology. 2007;
46:472-484.

Guidotti LG, Chisari FV. Immunobiology and pathogenesis
of viral hepatitis. Annu Rev Pathol. 2006; 1:23-61.

Zhang B, Liu R, Shi D, Liu X, Chen Y, Dou X, Zhu X, Lu
C, Liang W, Liao L, Zenke M, Zhao RC. Mesenchymal
stem cells induce mature dendritic cells into a novel Jagged-
2-dependent regulatory dendritic cell population. Blood.
2009; 113:46-57.

Liu Q, Zhang C, Sun A, Zheng Y, Wang L, Cao X. Tumor-
educated CDI11bhighlalow regulatory dendritic cells
suppress T cell response through arginase I. J Immunol.
2009; 182:6207-6216.

Holz LE, McCaughan GW, Benseler V, Bertolino P, Bowen
DG. Liver tolerance and the manipulation of immune
outcomes. Inflamm Allergy Drug Targets. 2008; 7:6-18.
Schildberg FA, Sharpe AH, Turley SJ. Hepatic immune
regulation by stromal cells. Curr Opin Immunol. 2015;
32:1-6.

Svensson M, Maroof A, Ato M, Kaye PM. Stromal cells
direct local differentiation of regulatory dendritic cells.
Immunity. 2004; 21:805-816.

Wakkach A, Fournier N, Brun V, Breittmayer JP, Cottrez
F, Groux H. Characterization of dendritic cells that induce
tolerance and T regulatory 1 cell differentiation in vivo.
Immunity. 2003; 18:605-617.

Bai B, Song W, Ji Y, Liu X, Tian L, Wang C, Chen D,
Zhang X, Zhang M. Microglia and microglia-like cell
differentiated from DC inhibit CD4 T cell proliferation.
PLoS One. 2009; 4:¢7869.

Liu J, Cao X. Regulatory dendritic cells in autoimmunity: A
comprehensive review. J] Autoimmun. 2015; 63:1-12.

Gorczynski R, Khatri I, Lee L, Boudakov 1. An interaction
between CD200 and monoclonal antibody agonists
to CD200R2 in development of dendritic cells that
preferentially induce populations of CD4+CD25+ T
regulatory cells. J Immunol. 2008; 180:5946-5955.

Perruche S, Zhang P, Liu Y, Saas P, Bluestone JA, Chen W.
CD3-specific antibody-induced immune tolerance involves
transforming growth factor-beta from phagocytes digesting
apoptotic T cells. Nat Med. 2008; 14:528-535.

Fallarino F, Grohmann U, You S, McGrath BC, Cavener
DR, Vacca C, Orabona C, Bianchi R, Belladonna ML,
Volpi C, Santamaria P, Fioretti MC, Puccetti P. The
combined effects of tryptophan starvation and tryptophan
catabolites down-regulate T cell receptor zeta-chain and
induce a regulatory phenotype in naive T cells. J] Immunol.
2006; 176:6752-6761.

Mahnke K, Bedke T, Enk AH. Regulatory conversation
between antigen presenting cells and regulatory T cells
enhance immune suppression. Cell Immunol. 2007; 250:1-
13.

Ren G, SuJ, Zhao X, Zhang L, Zhang J, Roberts Al, Zhang

WWW

.impactjournals.com/oncotarget

93424

Oncotarget



H, Das G, Shi Y. Apoptotic cells induce immunosuppression
through dendritic cells: critical roles of IFN-gamma and
nitric oxide. J Immunol. 2008; 181:3277-3284.

43. Tang H, Guo Z, Zhang M, Wang J, Chen G, Cao X.
Endothelial stroma programs hematopoietic stem cells to
differentiate into regulatory dendritic cells through IL-10.
Blood. 2006; 108:1189-1197.

www.impactjournals.com/oncotarget 93425 Oncotarget



