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Abstract

Tumor cell-derived molecules such as cytokines and lipid mediators play a critical role in inducing
chronic inflammation in the tumor microenvironment. We found that Th17 cells were increased in
the peripheral blood, spleen and tumor tissues of mammary gland tumor-bearing mice. The Th17
cell survival factor, IL-23, was also overexpressed in tumor tissues isolated from mice and human
breast cancer patients. Soluble molecules secreted from breast tumor cells but not normal breast
epithelial cells induced IL-23 protein secretion in DCs via induction of p19 mRNA expression.
Our data further indicate that tumor-secreted PGE, through EP2 and EP4 receptors enhanced
IL-23 p19 gene transcription through binding to the cAMP-response element in the p19 promoter.
Blocking PGE, synthesis by NS398, a COX2 inhibitor, abrogated the enhancement of p19
expression both /n vitroand in vivo. Furthermore, blocking PKA by H89 completely abrogated the
inductive effects of tumor conditioned medium and PGE, on p19 transcription, whereas the cAMP
active analog, Forskolin mimics the PGE, effect. Taken together, our results indicate that tumor-
secreted PGE; induces IL-23 but not IL-12 production in the tumor microenvironment leading to
Th17 cell expansion. This inductive effect of PGE, on IL-23 p19 transcription is mediated through
cAMP/PKA signaling transduction pathway.

Introduction

Chronic inflammation has been associated with increased tumor incidence and linked to
tumorogenesis of breast cancer as well as other cancers, probably through recruitment of
leukocytes secreting a variety of cytokines, chemokines and angiogenic factors that promote
tumor growth and metastasis involving a complex interaction amid tumor, stroma and
inflammatory cells (1-3). Although the role for inflammatory cells including macrophages,
lymphocytes and mast cells in tumor progression is well documented, the details of the
cellular and molecular interplay between host and tumor progression remain to be
elucidated.
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Th17 cells secrete a number of cytokines including IL-17A/F, IL-6, TNF-a and I1L-22
important for inflammation, and have been associated with the pathogenesis of several
autoimmune diseases (4). Currently, the role of Th17 cells in tumor progression is
controversial (5, 6). It has been reported that Th17 cells are increased in the tumor
microenvironment during tumor progression, including breast, prostate and gastric cancers
(7-9). As a signature cytokine secreted by Th17 cells, IL-17 promotes tumor growth and
metastasis through angiogenic effects and induction of chronic inflammation (6). On the
other hand, it has also been reported that Th17 cells and IL-17 have antitumor effects by
attracting CTL and NK cell migrating into the tumor suppressing tumor growth and
metastasis (5). Nevertheless, increased Th17 cells were documented in many types of solid
tumors (5) but the mechanisms by which the tumor microenvironment promotes Th17 cell
development in breast cancer are still largely unknown.

Initial differentiation of Th17 cells depends on IL-6 and TGF-p stimulation, whereas 1L-23
is known to be essential for Th17 cell survival and expansion, and for making pathogenic
Th17 cells (10-16). Therefore, overexpression of IL-23 in the tumor microenvironment
could be critical for Th17 cell development during tumor progression. Indeed, it has been
reported that 1L-23 was overexpressed in different types of tumors, including colon, ovarian,
lung and breast cancers, etc, and mice deficient in 1L-23 were resistant to chemically
induced papillomas (17). More recently, reports have been published demonstrating that
IL-23 can promote tumor growth and metastasis through inhibition of perforin and IFN-y
production by NK cells independent of Th17 cells/IL-17 during carcinogenesis (18). In
contrast to the protumor effects of 1L-23, several reports have described antitumor functions
of 1L-23. Overexpression of IL-23 in tumor cells reduced tumor growth and metastasis
through induction of CD8" T cell responses (19, 20). It is likely that the functions of IL-23
in tumor progression are determined by the types of tumors, the immune competence of the
host, and the source of IL-23 being produced. Nevertheless, IL-23 is consistently
overexpressed in both human breast cancer and mouse mammary gland tumor. However, the
mechanisms that trigger 1L-23 overexpression in breast tumors are still largely unknown.

IL-23 is an interleukin-12 family cytokine composed of two different subunits, one shared
subunit with IL-12, p40, and another unique subunit, p19 (21). IL-23 gene expression is
tightly controlled at both transcriptional and post-transcriptional levels. It has been reported
that NF-xB c-Rel physically binds to the p19 promoter and induces IL-23 p19 gene
expression. Conversely, deletion of c-Rel abolished IL-23 p19 expression in both dendritic
cells and macrophages (22, 23). In addition, Sma- and Mad-related protein (SMAD)-3,
activating transcription factor (ATF)-2, and activating protein-1 (AP-1) also play important
roles in control of IL-23 p19 gene expression (24). Silencing of SMAD-3 and ATF-2
expression by shRNA reduced p19 promoter activity and protein expression in RAW?264.7
cells infected with Theiler’s murine encephalomyelitis virus or treated with poly (I-C) (25).
MAPKSs including p38, JNK and ERK have been shown to be involved in LPS-induced
IL-23 p19 gene transcription (24). So far, most studies have focused on the transcriptional
regulation of p19 expression and little is known about how IL-23 is post-transcriptionally
regulated in spite of the fact that 1L-23 p19 mRNA has a long 3" UTR containing multiple
putative adenosine/uridine-rich elements (26). Our recent work showed that IFN-y
suppresses 1L-23 expression by selectively targeting p19 mRNA stability through its 3’-
untranslated region (3"UTR) (27), indicating that the expression of 1L-23 is controlled at
both transcriptional and posttranscriptional levels.

The 4T1 tumor is an excellent mouse model for breast cancer research because its tumor
development is well characterized both oncologically and immunologically (28). Tumor
growth and metastatic spread of 4T1 tumor closely mimics stage IV breast cancer (29). 4T1
tumors are poorly immunogenic in that immunization with irradiated 4T1 cells provides

J Immunol. Author manuscript; available in PMC 2014 June 01.



1duasnuey Joyiny vd-HIN 1duasnuey Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Qian et al.

Page 3

only slight delays in tumor growth which are not sufficient to protect the animal (30). Our
previous work demonstrated that administration of 1L-12 to 4T1 tumor-bearing mice
resulted in a substantial reduction in tumor size and decreased spontaneous metastases to the
lungs, as well as significantly prolonged survival time (31, 32). 4T1 tumor cells secrete
many cytokines such as TGF-p and IL-6 as well as PGE, that may affect the host immune
response to tumors. Our recent work demonstrates that the PGE, secreted by 4T1 tumor
cells suppresses CCL5 production from activated macrophages (33). However, it is
unknown whether 4T1 tumor cell-secreted PGE, affects I1L-23 and/or Th17 cells during
mammary gland tumor progression.

In this study, we found that 4T1 tumor-bearing mice displayed an increase in Th17 cells in
the blood, spleen and tumor. IL-23 but not IL-12 was overexpressed in the tumor
microenvironment. Overproduction of IL-23 was mediated by PGE, secreted from tumor
cells. Tumor-secreted PGE, via EP2 and EP4 receptors enhanced 1L-23 p19 expression at
the transcriptional level through a signaling transduction pathway involving cAMP/PKA.
These results elucidate an important interaction between tumor and host cells that reduce
host anti-tumor immunity. Strategies controlling 1L-23 overexpression could serve as new
targets for development of antitumor immunotherapy.

Material and Methods

Mice

Cells

6~8 week old female Balb/c mice (obtained from The Jackson Laboratories, Bar Harbor,
ME) were housed in cages with filter tops in a laminar flow hood, fed food and filtered
water ad /ibitum at Saint Louis University Animal Facilities in accordance with the
principles of Animal Care (NIH publication number 85-23, revised 1985).

The murine macrophage cell line RAW264.7 (RAW cells hereafter) and 4T1 mammary
gland tumor cells were obtained from the American Type Culture Collection (ATCC), and
maintained in RPMI 1640 supplemented with 2 mM glutamine, 100 units/ml of penicillin
and streptomycin and 10% FBS (Sigma, St. Louis, MO, endotoxin NMT 10.0 EU/ml). To
obtain dendritic cells, FLt3L-secreted B16 melanoma cell line were cultured in complete
RPMI 1640 culture medium with 10% FBS and harvested when reach confluent. Then, 5 x
10 cells in 100 I of PBS were injected subcutaneously into C57BL/6 mice. When the size
of tumor reached about 2 x 2 cm in diameter (take ~ 2 weeks), the tumor-bearing mice were
sacrificed and DCs were purified from spleens using mouse CD11c positive selection kit
(Stemcell technology). Tumor conditioned medium (TCM) was prepared by inoculation of
log-growth phase of 4T1 tumor cells into a T175 flask at a concentration of 0.6 x 10%/
mlwith freshly prepared complete culture medium. 72 hrs later, the culture supernatants
were collected, filtered through a 0.45 m filter, allequoted in small tubes and stored at
—20°C for future use. Normal mammary gland epithelial cell line, CommaD Bgeo and FSK4
cells isolated from mammary glands of female Balb/c mice (34), were kindly provided by
Dr. Daniel Medina (Baylor College of Medicine), and maintained in DMEM supplemented
with 5 ml HEPES buffer (per 500 ml), insulin (10 ug/ml), EGF (5 ng/ml) and 2% FBS.

Plasmids and reagents

Mouse IL-23 p19 promoter was generated by cloning p19 promoter (1348 bp) into pGL2-
basic luciferase vector (Promega) between Kpn I and Xho I sites. Primers used for cloning
p19 promoter were caggacagccagggatacacagaga for sense strand and ggcacagccaggccctg for
antisense strand. The CRE-mutant IL-23 p19 promoter was cloned using Quikchange |1 site-
directed mutagenesis Kit (Strategene). All plasmid DNA for transfection were prepared with
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Qiagen Endo-free Maxi-Prep kits (Qiagen Inc. Valencia, CA). LPS from Escherichia coli
0217:B8 and epidermal growth factor (EGF) were purchased from Sigma-Aldrich (St, Louis,
MO). NS-398, AH6809, AH23848 and SC51322 were purchased from Cayman Chemical
(M1, USA). H89 and Forskolin were purchased from Calbiochem.

Reverse transcription-PCR (RT-PCR)

Reverse-transcription (RT) reactions were carried out as described previously (35) with 1 j.g
total RNA for RT. The following primers were used for PCR amplification of mouse IL-23
p19 cDNA: sense: TGCACCAGCGGGACATATGAATCT; antisense:
TGTTGTCCTTGAGTCCTTGTGGGT,; for mouse GAPDH cDNA: sense,
AACTTTGGCATTGTGGAAGG,; antisense, ACACATTGGGGGTAGGAACA.

Quantitative real-time PCR (QRT-PCR)

To determine the levels of MRNA expression by quantitative real time PCR, we used a
modified protocol. Briefly, cDNA samples were diluted and studied at several
concentrations. Diluted cDNA was mixed with a pair of primers (10 wM) targeting mouse
IL-23 p19 or GAPDH cDNA sequences as described above, and with SYBR green PCR
master mix (Applied Biosystem, CA) in a 15 .l volume. PCR cycling was set as: 2 min at
50°C, 10 min at 95°C for 1 cycle, followed by 40 cycles at 15 sec at 95°C, 1 min at 60°C.

Enzyme-linked immunosorbent assays (ELISA)

Supernatants from murine FIt3L-induced dendritic cell and RAW cell cultures were
harvested 24 h after stimulation and stored at —70°C. Mouse IL-23 was detected using the
mouse CytoSet ELISA kit (Invitrogen) according to the manufacturer’s instructions. Mouse
IL-12(p40) was detected using mouse 1L-12(p40) ELISA set (BD, Pharmingen).
Concentrations were calculated by regression analysis of a standard curve.

Transfection assay

Transient transfections were performed by electroporation as described previously (35).

Primary transcript measurement

To determine the primary transcript of mouse 1L-23 p19 gene, cDNAs were synthesized
with random primers with 1 pg total RNA generated from RAW cells treated with LPS or
LPS plus tumor-conditioned medium. The primers used for primary transcript were: mouse
IL-23 p19 exon2 (sense): TGTTGTCCTTGAGTCCTTGTGGGT; mouse IL-23 p19 intronl
(antisense): AAACCTTCCCAGTCCTCCAAGTGT. Conditions for PCR amplification
were 94°C for 4 min 1 cycle; 94°C for 15 sec, 60°C for 30 sec, 72°C for 30 sec, 30 cycles;
72°C for 7 min.

Statistical analysis

Results

Student ftest was performed wherever applicable. Standard deviation of the mean is shown
unless otherwise indicated. *: p<0.05, **: p<0.01, ***: p<0.001.

Mammary gland tumor-bearing mice show increased Th17 cells

To confirm whether Th17 cells were increased during breast tumor progression, we first
induced mammary gland tumors in female Balb/c mice. Nineteen days after 4T1 cell
injection, we isolated PBMCs, splenocytes and tumor tissues, and measured Thl and Th17
cells by FACS analysis. The percentages of both Th1 and Th17 cells in PBMCs were
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significantly increased in tumor-bearing mice compared to tumor-free mice (up-panel in
Figs. 1A & B). Moreover, the percentages of Th17 cells in the spleens of tumor-bearing
mice were even more markedly increased than in PBMCs, whereas Th1 cells were not
increased (middle panel in Figs. 1A & C). Similar Th17 cell increases without Th1 cells
were present among tumor infiltrating lymphocyte (TIL) populations (lower-panel in Figs.
1A & D). Taken together, these data suggest that during breast tumor progression there are
increased Th17 cells in blood, spleen and TIL in tumor-bearing host, which in turn, may
facilitate tumor growth and metastasis.

IL-23 is differentially overexpressed in tumors

The increased number of Th17 cells in tumor-bearing mice compelled us to investigate if the
expression of IL-23 was also enhanced because IL-23 is a critical cytokine for Th17 cell
survival and expansion. We directly isolated total RNA from breast tumors obtained from
human patients and tumor-bearing mice, and measured IL-23 p19 and p40 mRNA
expression as well as IL-12 p35 mRNA by quantitative real time PCR (QRT-PCR). As
shown in Figure 2, IL-23 p19 (Figs. 2A&D) and p40 (Figs. 2B&E) mRNA expression were
significantly increased whereas the IL-12 p35 mRNA expression (Figs. 2C&F) was only
slightly increased in tumor tissues from both humans and mice, suggesting that IL-23 is
differentially overexpressed in the tumor microenvironment that could facilitate the
expansion and survival of Th17 cells.

Soluble factors secreted from tumor cells increase IL-23 production

Since DCs and macrophages are major producers for 1L-23 and the former are potent
antigen presenting cells critical for T cell differentiation and activation, we wanted to know
whether tumor-secreted factors could enhance IL-23 production from DCs. We injected
subcutaneously B16 melanoma cells overexpressing FIt3-Ligand into C57B6 mice, purified
the DCs from spleens 12 days after, and applied different amounts of tumor-conditioned
medium (TCM) collected from 4T1 tumor cells in the presence of LPS stimulation. As we
reported previously, LPS induced IL-23 production from DCs (24). Addition of TCM dose-
dependently enhanced IL-23 (Fig. 3A), but suppressed IL-23/12 p40 (Fig. 3B) production in
LPS-stimulated DCs. In line with protein production, IL-23 p19 mRNA expression (Fig. 3C)
was enhanced whereas p40 (Fig. 3D) and p35 (Fig. 3E) mRNA expression were reduced by
TCM in a dose-dependent manner in DCs stimulated with LPS. Similar IL-23 induction by
TCM was also shown in activated macrophages (Data not shown). Since the p40 subunit is
always produced in large quantity compared to the p19 subunit, the levels of the p19
expression determine the amount of biologically functional 1L-23 production from the
activated cells.

To exclude the possibility that soluble factors secreted from normal mammary gland
epithelial cells may affect IL-23 induction, we collected conditioned medium (CM) from
CommaD Bgeo cells and FSK4 cells (normal mammary gland epithelial cells isolated from
Balb/c mice), and applied those CM to macrophages treated with LPS, followed by
measurement of p19 mRNA expression. CM from CommaD (Fig. 3F) and FSK4 (Fig. 3G)
cells did not induce but rather suppressed 1L-23 p19 mRNA expression, indicating that
soluble factors secreted from tumor cells uniquely enhanced IL-23 expression. In addition,
to determine whether TCM-enhanced p19 expression happened only to TLR4 signaling, we
stimulated macrophages with TNF-a in the presence of different amounts of 4T1 TCM. 4T1
TCM also enhanced TNF-a-induced p19 mRNA expression in a dose-dependent manner
(Fig. 3H), indicating that soluble factors secreted from breast tumor cells can enhance I1L-23
expression induced by different activation pathways.

J Immunol. Author manuscript; available in PMC 2014 June 01.
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Tumor-secreted PGE, mediates IL-23 induction through EP2 and EP4 receptors

Our previous work indicated that 4T1 tumor cells secrete many cytokines and lipid
molecules, including PGE; (36). To determine whether PGE; secreted by tumor cells was
responsible for IL-23 induction, we collected TCM from 4T1 tumor cells treated with
NS398, a specific COX2 inhibitor which can effectively block PGE, synthesis, applied these
PGE,-lacking TCM to RAW cells stimulated with LPS, and then measured p19 and p40
MRNA expression. TCM-enhanced p19 expression was almost completely abolished after
blocking PGE; synthesis in 4T1 tumor cells (Fig. 4A), whereas TCM-mediated p40 mRNA
reduction was almost completely reversed (Fig. 4B), indicating that PGE; is involved in
IL-23 induction mediated by TCM. Indeed, PGE, dose-dependently enhanced IL-23
production in DCs treated with LPS (Fig. 4C). To further verify whether tumor-secreted
PGE, mediated IL-23 induction /n vivo, we injected NS398 into tumor-bearing mice, and
then challenged the mice with LPS, followed by measuring p19 mRNA expression in
spleens. Blocking PGE, syntheses by NS398 significantly reduced p19 (Fig. 4D) and
IL-17A (Fig. 4E) mRNA expression in tumors. The number of Th17 cells in tumors was also
reduced after blocking PGE, synthesis by NS398 (Fig. 4F). Furthermore, blocking PGE,
synthesis by NS398 in 4T1 tumor cells also completely abrogated TCM-induced p19
promoter activation (Fig. 4G). Taken together, these data indicate that tumor cell-secreted
PGE; enhances IL-23 production and Th17 cell development in the tumor
microenvironment.

To further characterize the receptors involved in tumor PGE,-mediated IL-23 induction, we
applied various PGE receptor antagonists to block PGE, signaling and tested whether the
inductive effects of 4T1 TCM was affected. Since there are four prostanoid receptors (EP1-
EP4) involved in PGE5 signaling, we blocked these PGE; receptors individually with
SC-51322 (a selective EP1 antagonist), AH-6809 (an EP2 receptor antagonist), and
AH-23848 (a selective antagonist for EP4) prior to LPS and 4T1 TCM stimulation. EP1
antagonist had no effect on TCM-mediated p19 induction whereas EP2 and EP4 antagonists
each could completely abrogate TCM-induced p19 expression (Fig. 4H), demonstrating that
PGE; secreted by tumor cells enhances I1L-23 induction through EP2 and EP4 receptor
activation.

Tumor-secreted PGE, promotes pl19 expression at the transcriptional level through
binding to the CRE site in the p19 promoter

To investigate the molecular mechanisms of TCM-mediated p19 induction, we measured
primary transcript rates of the p19 gene in response to TCM in RAW cells, with primers
corresponding to two different regions of the p19 gene. The use of primers specific for an
intron/exon boundary region allowed us to assess the primary transcript rate of p19 inside
the nucleus. As shown in Fig. 5A, p19 primary transcripts were induced by LPS within 30
min and kept increasing up to 3 hrs after LPS simulation. Addition of TCM further increased
the p19 primary transcript through all time points (Fig. 5A), indicating a transcriptional
enhancement of the p19 gene by TCM. PGE, showed the same inductive effect as TCM on
p19 primary transcript (Fig. 5B). To further confirm whether TCM activated p19 gene
transcription, we transiently transfected mouse p19 promoter-luciferase constructs into
RAW cells by electroporation, followed by stimulating the transfected cells with different
amounts of TCM and LPS. Luciferase activity was measured in cell lysates. The p19
promoter activity was enhanced by TCM (Fig. 5C) and PGE, (Fig. 5D) in a dose-dependent
manner, further confirming that TCM-induced p19 gene expression is regulated at the
transcriptional level.

To elucidate the molecular basis of TCM-mediated p19 transcriptional induction, we
decided to localize the functional TCM/PGE, response element in the p19 promoter. By
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searching the p19 promoter, we noticed that there is a putative cAMP response element
(CRE) between —1009 and —1004. We mutated this putative CRE binding site and
transiently transfected the wild type and CRE mutant into RAW cells and stimulated these
cells with either TCM or PGE, in the presence of LPS. Mutation of the CRE site in p19
promoter completely abolished responses to TCM (Fig. 5E) and PGE; (Fig. 5F), indicating
that this putative CRE binding site is critical for the responsiveness of p19 promoter to
tumor-secreted PGE, stimulation.

TCM-enhanced p19 expression is mediated through cAMP/PKA signal transduction

pathway

TCM enhanced p19 transcription through the CRE site in the p19 promoter (Fig. 5F),
suggesting that the inductive effect of TCM on p19 expression may be mediated by cAMP/
PKA signaling pathway. To confirm this, we first blocked PKA function with the inhibitor
H89 prior to 4T1 TCM and LPS stimulation, followed by measurement of p19 expression.
Blocking PKA with H89 dose-dependently abolished the inductive effects of 4T1 TCM on
LPS-induced p19 mRNA expression (Fig. 6A). H89 could also dose-dependently abrogate
PGE,-induced p19 mRNA expression (Fig. 6B). In addition, Forskolin, a cAMP active
analog, enhanced LPS-induced p19 mRNA expression (Fig. 6C) to similar levels when
compared it with 4T1 TCM, further supporting the involvement of cAMP/PKA signaling in
TCM-enhanced p19 expression. Furthermore, TCM-enhanced p19 promoter activation was
completely abolished after blocking PKA with H89 (Fig. 6D). Taken together, these results
indicate that PGE; secreted from breast tumor cells enhances LPS-induced p19 expression
through the cAMP/PKA signal transduction pathway.

Discussion

The link between chronic inflammation and tumorogenesis has been noted for a long time;
however, the mechanisms of the causal relationships between these two events are still
largely unknown. Th17 cells have been found to be directly involved in the pathogeneses of
several autoimmune disorders, such as experimental autoimmune encephalomyelitis (EAE),
rheumatoid arthritis (RA) and Crohn’s disease, by secreting proinflammatory cytokines
which lead to accumulation of neutrophils and other immune cells causing chronic
inflammation (37). The close association between Th17 cells and autoimmune inflammation
motivated us to explore the relationships between chronic inflammation, Th17 cells and
cancer. Recently, it has been reported that Th17 cells are increased in many solid tumors
including breast cancer (5). We also found in this study that Th17 cells were increased in
mammary gland tumor tissues (Figs. 1A &D). In addition, there were even greater increases
of Th17 cells in spleens and blood from tumor-bearing mice (Figs. 1B&C), which has not
been appreciated before. Not only the percentages but the absolute numbers of Th17 cells
were also increased in tumor-bearing mice compared to tumor-free mice (Data not shown).
Along with tumor progression, the percentage of Th1 cells tended to decrease and Th17 cells
increased (Data not shown). The increased Th17 cells and decreased Th1 cells may
contribute to tumor progression.

IL-23 induces chronic inflammation through stimulation of innate myeloid cells and stromal
activation, whereas the Th17 cells are important for orchestrating inflammatory tissue
destruction (18). Though initial differentiation of Th17 cells does not require 1L-23, IL-23 is
necessary for the maintenance and expansion of Th17 cells (37). Consistent with a previous
report (17), our study confirms that IL-23 was overexpressed in breast tumor tissues. Since
tumor cells secrete high amounts of TGF-p and IL-6 (36), along with the overexpression of
IL-23 in the tumor microenvironment, it seems that all of these cytokines required for Th17
cell development are readily presented in the tumor microenvironment. Because the p40
subunit is a shared subunit between IL-12 and I1L-23, expression of the p35 and p19 subunits
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determines the levels of biologically activated IL-12 and IL-23, respectively. Our results
indicate that 1L-23 and 1L-12 expression were differentially regulated in tumors, with
increased expression of the p19 subunit and little change of the p35 subunit (Figs. 2A-F).
Considering the critical roles for IL-12 and IL-23 in Th1 and Th17 cell development, this
differential expression may explain why there were increased Th17 cells but not Th1 cells in
the tumor microenvironment.

Different from tumor tissues that expressed high levels of both p19 and p40 subunits (Figs.
2A-F), DCs and macrophages showed a reduced p40 mRNA expression in response to TCM
(Figs. 3B&D). This difference in p40 expression pattern between tumor tissues and DCs/
macrophages could be due to the fact that endogenous ligands in the tumor
microenvironment may use different signaling pathways other than LPS/TLR4 pathway to
activate p40 expression. Indeed, 4T1 tumor conditioned medium not only enhanced LPS-
induced p19 mRNA expression but also increased TNF-a.-stimulated p19 expression in
macrophages (Fig. 3H). IL-23 p19 expression was induced only by tumor-secreted factors
but not by normal mammary gland epithelial cell-secreted molecules. In contrast, molecules
secreted from normal epithelial cells suppressed LPS-induced p19 expression (Figs. 3F&G),
suggesting that tumor cells acquire the ability to enhance IL-23 production in the tumor
microenvironment after transforming into malignant cells.

Blocking PGE; synthesis by NS398 in 4T1 cells abolished the ability of 4T1 TCM to
enhance p19 expression (Fig. 4A), indicating that tumor cell-secreted PGE, enhances LPS-
induced IL-23 production. This is consistent with previous observations that PGE, induced
IL-23 in bone marrow-derived dendritic cells (38) and with our own data (Fig. 4C). The
Th17 cell-promoting effects of PGE; are not only attributed to enhancement of IL-23
production as shown here by us and others (38) but can also be attributed to increased
expression of 1L-23 and IL-1 receptors. Overexpression of ROR+yt, IL-17 and CCR6
expression in response to PGE, stimulation can also contribute to Th17 cell development
(39). It has been recently reported that less than nanomolar concentrations of PGE, can
promote Th1 cell differentiation whereas higher concentrations of PGE; lead to Th1 cell
suppression (40). Our results also indicate the dual effects of PGE, on IL-23 expression,
with higher amounts of PGE, suppressing and lower amounts of PGE, enhancing 1L-23
production (Data not show). Nevertheless, our study indicates, for the first time, that breast
cancer cell-secreted PGE, enhanced I1L-23 production and tumor-associated Th17 cell
development (Figs. 4D-F). Given that inhibition of PGE, synthesis by NS398 /n vivo only
partially reduced p19 expression in tumor-bearing mice (Fig. 4D), other factors secreted by
tumor cells may also be involved in activation of IL-23 during tumor development. It is of
interest to investigate the endogenous molecules that induce p19 expression in tumor-
bearing hosts. It appears that both EP2 and EP4 receptors are involved in TCM-mediated
p19 expression. EP2 has major effects on TCM-mediated p19 induction, whereas EP4
mediates both TCM- and LPS-induced p19 expression as LPS-induced p19 mRNA
expression was also completely abrogated by blocking EP4 receptor (Fig. 4H). This
differential involvement of EP2 and EP4 signaling in tumor-associated IL-23 production
could be used to develop potential targets for tumor immunotherapy. The transcriptional
induction of the p19 subunit by TCM and PGE, (Figs. 5A-D), suggests that the p19 subunit
could be targeted for control of I1L-23 production during tumor development. Identification
of the CRE site in the p19 promoter essential for control of TCM-induced p19 transcription
(Fig. 5E) and clarification of the cAMP/PKA pathway involved in p19 expression induced
by TCM (Figs. 6A-D) will further help us to design more detailed specific molecules
targeting only the p19 but not p40 gene transcription.

In conclusion, our study highlights the molecular mechanisms of breast tumor cell-secreted
PGE, in promoting IL-23 expression and Th17 cell expansion. Our findings also shed light
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considering different molecules and pathways involved in promoting tumor-associated

Th17 cell development as potential targets for future development of tumor treatments.
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FIGURE 1.

A4T1 tumor-bearing mice have increased Th17 cells. 1 x 10° 4T1 tumor cells were injected
subcutaneously (s. ¢.) in the abdominal mammary gland of 6-8 week old female Balb/c
mice. 19 days after 4T1 cell injection, tumor-free and tumor-bearing wild type mice were
sacrificed and PBMCs, spleens and mammary glands were collected for detection of
CD4*Th1 and CD4*Th17 cells by FACS analysis (A). Percentages of Th1 and Th17 cells in
PBMCs (B), spleens (C), and mammary glands (D) in tumor-free and tumor-bearing mice
were summarized from the data collected from five mice.
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IL-23 expression is increased in breast cancer. Total RNA was extracted from tumor-
surrounding tissues and breast cancer tissues from human patients (A—C) and tumor-bearing
mice (D—F). Quantitative mRNA expression of human IL-23 p19 (A), human IL-12 p40 (B)
and human IL-12 p35(C) in human breast tumor tissues were compared to normal adjacent
tissue of the same individual (n=11). Quantitative mRNA expression of mouse IL-23 p19
(D), mouse IL-12 p40 (E) and mouse 1L-12 p35 (F) in mouse normal mammary gland
tissues were compared to 4T1 tumor tissues (n=10). gRT-PCR data were normalized relative
to GAPDH mRNA expression levels in each respective sample and further normalized to the
sample from the non-tumor surrounding tissues from the same subject, which was set as 1.
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FIGURE 3.

Tumor conditioned medium increases IL-23 production in DCs and macrophages. 1 x 10°
FIt3 ligand-induced immature DCs were purified and seeded in each well of a 24-well
culture plate. Different amounts of 4T1 TCM as indicated were added to the culture in the
absence or presence of LPS (1 pg/ml) for 24 hrs to measure mouse IL-23 (A) and mouse
IL-23/IL-12 p40 (B) protein levels by ELISA. (C) 3 x 106 FIt3 ligand-induced DCs were
stimulated with LPS (1 pg/ml) plus different amounts of 4T1 TCM as described above for 4
h, followed by collection of total RNA to measure mouse 1L-23 p19 (C), IL-23/IL-12 p40
(D) and IL-12 p35 (E) mRNA expression by gRT-PCR. The same amount of RAW cells
were stimulated with LPS (1 pg/ml) in the absence or presence of different amounts of
culture supernatants collected from the CommaD Bgeo (F) and FSK4 (G) cells as indicated
to detect p19 mMRNA expression (4 h after treatment). (H) 3 x 105 RAW cells were
stimulated with TNF-a (25 ng/ml) in the absence or presence of different amounts of 4T1
TCM as indicated to detect p19 mRNA expression (8 h after treatment) by gqRT-PCR. qRT-
PCR data were normalized relative to GAPDH mRNA expression levels in each respective
sample and further normalized to the sample from the untreated group, which was set as 1.
Statistical analyses were performed between LPS or TNF-a treated group and LPS or TNF-
a plus TCM or CM groups. *: p<0.05, **: p<0.01, ***: p<0.001 between two groups.
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FIGURE 4.

Tumor-secreted PGE, enhances 1L-23 production through EP2 and EP4 receptors. 1 x 106
RAW cells were cultured with normal media (NM), 400 pl/ml of 4T1 TCM, or 400 pl/ml of
TCM collected from 4T1 cells treated with NS398 in the presence or absence of LPS (1 pg/
ml) for 4 h. Note that in the fifth and sixth bar from the left, NS398 was added to the
macrophage culture, not to the 4T1 culture. IL-23 p19 (A) and p40 (B) mRNA expression
were measured by qRT-PCR. (C) 1 x108 bone marrow-derived DCs were generated from
bone marrow cells isolated from femurs of B6 mice under IL-4 (10 ng/ml) and GM-CSF (40
ng/ml) treatment for 6 days, and then treated with different amounts of PGE> as indicated in
the absence or presence of LPS (1 pg/ml) for 24 h. The supernatants were collected for
measurement of 1L-23 levels by ELISA. (D—E) 4T1 tumors were generated as described
previously in Figure 1. Seven days later, NS398 (10 mg/kg) and an equal amount of DMSO
were given i.p. every 3 days for total four times. 19 days post 4T1 cell injection, splenocytes
were isolated and used to extract total RNA for detection of p19 (D) and IL-17A (E) mMRNA
expression by qRT-PCR. (F) tumor-bearing mice were treated with NS398 and DMSO as
indicated above, and tumors were used to generate single cells to detect tumor-infiltrating
Th17 cells by FACS analysis. (G) 5 pg of p19 promoter was transiently transfected into
RAW cells by electroporation. The transfected cells were stimulated with 400 pl of 4T1
TCM or TCM collected from 4T1 cells treated with NS398 in the presence of LPS (1 pg/ml)
for 7 h. The luciferase activity was measured in cell lysates. (H) 1 x 108 RAW cells were
pre-treated with 10 wM SC51322 (EP1 antagonist), 3 wM AH6809 (EP2 antagonist) and 30
LM AH 23848 (EP4 antagonist) or AH6809 plus Ah23848 for 30 min, then stimulated with
LPS (1 pg/ml) and/or 400 1 4T1 TCM for 4 h to detect p19 mRNA expressionc gRT-PCR.
Data shown are means plus S.D. of three-four experiments. gRT-PCR data were normalized
relative to GAPDH mRNA expression levels in each respective sample and further
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normalized to the sample from the untreated group, which was set as 1. *: p<0.05; **:
p<0.01 between two groups as indicated.
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FIGURE 5.

Tumor-derived PGE, enhances IL-23 expression at the transcriptional level through binding
to the CRE site in the p19 promoter. 3 x 105 RAW cells were stimulated with LPS (1 pg/ml)
or LPS plus 400 pl 4T1 TCM (A), or LPS plus PGE; (10712 M) (B) for different times as
indicated, followed by extraction of total RNA to measure p19 gene primary transcript by
gRT-PCR. Data were normalized relative to GAPDH gene expression levels in each
respective sample and further normalized to the results from the untreated group (Med),
which was set as 1. 10 x 108 RAW cells were transiently transfected with 5 jLg of mouse
p19 luciferase reporter construct. The transfected cells were stimulated with different
amounts of 4T1 TCM as indicated (C) or different concentration of PGE, (D) for 7 h in the
presence of LPS (1 pg/ml), followed by measurement of luciferase activity in cell lysates.
10 x 10% RAW cells were transiently transfected with 5 g of wild type or the CRE mutant
p19 luciferase reporter constructs as described above, and transfected cells were stimulated
with different amounts of 4T1 TCM (E) or PGE; (F) as indicated for 7 h in the presence of
LPS (1 pg/ml), followed by measurement of luciferase activity. Luciferase data were
normalized to the activity obtained with non-treated cells and represented as fold induction.
All data shown are means plus SD of three-four experiments. Statistical analyses were
performed between LPS treated group and LPS plus TCM treated groups. *: p<0.05, **:
p<0.01, ***: p<0.001 between two groups.

J Immunol. Author manuscript; available in PMC 2014 June 01.



1dussnuein Joyny vd-HIN 1duosnueln Joyny vd-HIN

1duosnuey JoyIny vd-HIN

Qian et al.

Page 18

e
A
o

A. p192 mRNA C. p19 mRNA .

- e
@ =
1 X

Relative levels of
mRNA expression
H
£l
b
£
Relative levels of

mRNA expression
[ ]
e
i
)

]m
%, H
g

5 o 5 O 5 £Y £Y = o 5 5 £Y
¥ \'3 \6 0‘\6 \é. o\é Qé ¥ \S 0".\6 é \Qé ()Qé
v% 0"'\,‘ {og- & QG’X & ¢ o
~ \Q‘ O{.\ & ' o 3_{—0 &
) & 8
A ® 0 Q o
& & R
3 d MR i
25 o s
w £ B. p19 mRNA = D. p19 promoter
© .2 20 5
T 9 I3 .
[0 i
28 154 @ 2.0:10
% ::-L il E ik k%
2@ &
s g REE paa g 1.0=10° <
€L 5 ’—‘ ""‘ s
3
¢ == "4 0 |-
R S 3 AT TCM (Wl - - + + *
N o H89 () L 01 1
;

LPS (1pg/ml)

FIGURE 6.
The effect of 4T1 TCM on LPS-induced p19 expression is mediated through the cAMP/

PKA signaling transduction pathway. 3 x 105 RAW cells were pretreated with various
amounts of H89 as indicated for 60 min, then stimulated with LPS (1 pg/ml) or LPS plus
400 pl 4T1 TCM (A) or PGE, (10712 M) (B) for 4 h, followed by collection of total RNA to
measure p19 mRNA expression by gRT-PCR. (C) Different amounts of Forskolin as
indicated were added to LPS-stimulated RAW cells for 4 hours to measure p19 mRNA
expression by qRT-PCR. The same amount of dissolvent, DMSO was used as a hegative
control. (D) 10 x 108 RAW cells were transiently transfected with 5 pg of mouse p19
luciferase reporter construct. The transfected cells were pre-treated with different amounts
of H89 as indicated for 60 min, then stimulated with LPS (1 pg/ml) or LPS plus 400 .l of
4T1 TCM for additional 7 h, followed by measurement of luciferase activity in cell lysates.
gRT-PCR data were normalized relative to GAPDH mRNA expression levels in each
respective sample and further normalized to the sample from the untreated group, which was
set as 1. Data shown are means plus SD of 3—-4 independent experiments ***: p<0.001
between two groups as indicated. Statistical analyses were performed between H89 or
Forskolin treated group and LPS plus TCM and dissolvent groups.
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