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Abstract

Neuroblastoma is the most common malignant disease of
infancy, and amplification of the MYCN oncogene is closely
associatedwith poor prognosis. Recently, expression ofMYCN
was shown to be inversely correlated with aryl hydrocarbon
receptor (AHR) expression in neuroblastoma, and overexpres-
sion of AHRdownregulatedMYCNexpression, promoting cell
differentiation. Therefore, we further investigated the poten-
tial of AHR to serve as a prognostic indicator or a therapeutic
target in neuroblastoma. First, the clinical significance of AHR
in neuroblastomawas examined. Positive AHR immunostain-
ing strongly correlated with differentiated histology of neu-
roblastoma and predicted better survival for patients. The
mouse xenograft model showed that overexpression of AHR
significantly suppressed neuroblastoma tumor growth. In
addition, activation of AHR by the endogenous ligand kynur-
enine inhibited cell proliferation and promoted cell differen-

tiation in vitro and in vivo. kynurenine treatment also upregu-
lated the expression of KISS1, a tumor metastasis suppressor,
and attenuated metastasis in the xenograft model. Finally,
analysis ofKISS1 levels in neuroblastomapatient tumors using
the R2: Genomics Analysis and Visualization Platform
revealed that KISS1 expression positively correlated with AHR,
and high KISS1 expression predicted better survival for
patients. In conclusion, our results indicate that AHR is a
novel prognostic biomarker for neuroblastoma, and that over-
expression or activation of AHR offers a new therapeutic
possibility for patients with neuroblastoma.

Significance: These findings show that AHR may function
as a tumor suppressor in childhood neuroblastoma, poten-
tially influencing the aetiologic and therapeutic targeting of
the disease.

Introduction
Neuroblastoma is a highly malignant pediatric cancer origi-

nating from the sympathoadrenal lineage of the neural crest

during development (1). Despite the relatively low incidence
(6–10 children/million; ref. 2), approximately 15% of all child-
hood cancer deaths are attributed to neuroblastoma (3). Neuro-
blastoma is a complex and heterogeneous disease, with strikingly
different outcomes observed across various tumor subtypes.
These outcomes range from spontaneous remission without
therapeutic intervention, to rapid progression and death in spite
of aggressive chemotherapy (3). Genomic amplification of the
MYCN transcription factor is one of the most consistent genetic
abnormalities associated with advanced disease and a highly
malignant phenotype (4). After decades of investigation, MYCN
is considered to be a major oncogenic driver in neuroblastoma.
Forced expression ofMYCN can transformnormal cells in vitro (5)
and is sufficient to drive neuroblastoma tumorigenesis in model
animals, such as zebrafish (6) andmice (7). Recently, MYCN and
aryl hydrocarbon receptor (AHR) expression levels were found to
be inversely correlated in neuroblastoma, and AHR overexpres-
sion downregulated MYCN, promoting neuroblastoma cell
differentiation (8).

AHR is a ligand-activated transcription factor, which belongs
to the basic-helix-loop-helix (bHLH)/PAS (Period [Per]-Aryl
hydrocarbon receptor nuclear translocator [ARNT]-Single mind-
ed [SIM]) family of heterodimeric transcriptional regulators (9).
Although AHR is well-known for its role inmediating xenobiotic-
induced toxicity and carcinogenesis (10), recent studies have
suggested that endogenous activators of AHRmay also contribute
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to cell-cycle regulation (11), development (12), and tumor pro-
gression (13). Furthermore, AHRknockout animalmodels clearly
show phenotypes in the absence of receptor activating toxi-
cants (14, 15). Thus, mounting evidence strongly suggests that
AHR is involved in normal cell physiology, independent of
activation by xenobiotics.

In addition to its role in promoting tumorigenesis, AHR has
also been suggested to be a tumor suppressor in melanoma (16),
breast cancer (17), and prostate cancer (18). In neuroblastoma,
AHR overexpression has been shown to induce neural differen-
tiation of mouse Neuro2a cells (19), and dioxins-activating AHR
inhibit cell proliferation of SK-N-SH cells via G1 arrest (20).
Therefore, some evidence exists that AHR may act as a tumor
suppressor in neuroblastoma, but the effects of AHR on neuro-
blastomaprogression remain largely unexplored. In this study,we
aimed to elucidate the role of AHR in neuroblastoma tumor
progression in vitro and in vivo. Furthermore, we evaluated the
clinical significance of AHR expression in neuroblastoma tumors.
Here, we show that AHR expression is a positive predictor of
survival in patients with neuroblastoma and that overexpression
or ligand activation of AHRmay limit neuroblastoma progression
in disease models.

Materials and Methods
Ethics statement and patient tissues

The use of human tissues for this study was approved by the
National TaiwanUniversity Hospital Research Ethics Committee.
Written informed consent was obtained from patients before
samples were collected. Tumor samples were obtained during
surgery and immediately frozen in liquid nitrogen. In a period of
18 years (January 1991–May 2008), a total of 85 patients with
neuroblastoma who underwent complete follow-up were
enrolled in this study. The ratio of male-to-female was 46:39.
The median age at diagnosis was 2.5 years (range, 0–11.5 years).
The median follow-up after diagnosis was 70.6 months with a
range of 1 to 204 months, and the overall predictive 5-year
survival rate in this cohort was 48.7%. The categorization of
tumor histology was based on the International Neuroblastoma
Pathology Classification scheme. MYCN status was determined
by FISH analysis of formalin-fixed paraffin-embedded tissues or
fresh tumor single cells.

AHR IHC staining
AHR expression was analyzed using an avidin–biotin complex

immunoperoxidase staining technique on archival paraffin-
embedded tissue specimens obtained without chemotherapy.
Tissue sections (5 mm) of tumors were deparaffinized and rehy-
drated in a routine manner. After antigen retrieval, the AHR
antibody (Upstate) was applied on tumor samples at a dilution
of 1:150 overnight at 4�C. The N-Histofine Simple Stain MAX PO
(Nichirei) was then applied for 30 minutes at room temperature.
Diaminobenzidine was used for visualization of AHR signals.
Nuclei were counterstained with hematoxylin. Antigen-
competing peptide (MNSSSANITYASRKRRKPVQKTVKPIPAE-
GIKSNPSKRHRDRLNTELDRL) was used for confirming the spec-
ificity of the AHR antibody.

Cell culture
The human neuroblastoma cell lines SK-N-SH (HTB-11TM)

and BE(2)-C (CRL-2268) were obtained from the ATCC. Green

fluorescent protein (GFP)-tagged neuroblastoma stNB-V1 cell
line was kindly provided by Dr. Christina Ling Chang (Institute
ofMolecular Medicine, National Cheng-KungUniversity, Tainan,
Taiwan). All cell lines were cultured in DMEM medium, supple-
mentedwith 10%FBSunder a humidified atmosphere of 5%CO2

at 37�C. PCR-based Mycoplasma testing was performed once a
month.

Reverse transcription
Total cellular RNAwas extracted from the cells using the TRIzol

reagent (Invitrogen). Reverse transcription of 1 mg isolated total
RNA was performed in a 20 mL reaction mixture using M-MuLV
Reverse Transcriptase (Thermo Fisher Scientific) and an oligo-dT
primer.

Quantitative real-time PCR
Real-time PCR reactions were conducted in an iCycler iQ Real-

Time detection system (Bio-Rad) using SYBR Green I (ABgene).
The thermal profile of PCR was 95�C for 3 minutes, followed by
40 cycles of 95�C for 30 seconds, and 60�C for 30 seconds.
Thermocycling was performed with a final volume of 15 mL
containing 1 mL of cDNA sample. The melting curve of each tube
was examined to confirm a single peak appearance. The sequences
of paired primers for real-time PCR detection are as follows:
GAPDH forward 50-GGT GGT CTC CTC TGA CTT CAA C-30,
GAPDH reverse 50-TCTCTCTTCCTCTTGTGTTCT TG-30; GAP43
forward 50-TCC GTG GAC ACA TAA CAA GG-30, GAP43 reverse
50-CAG TAG TGG TGC CTT CTC C-30; NSE forward 50- TGT CTG
CTG CTC AAG GTC AA-30, NSE reverse 50-CGA TGA CTC ACC
ATGACCC-30;NF-H forward50- CCGACATTGCCTCCTACC -30,
NF-H reverse 50- GAG CCA TCT TGA CAT TGA GC -30; CYP1A1
forward 50- GCT GAC TTC ATC CCT ATT CTT CG -30, CYP1A1
reverse 50- TTT TGT AGT GCT CCT TGA CCA TCT -30; MYCN
forward 50- GTC ACC ACA TTC ACC ATC AC -30, MYCN reverse
50- GGG AAGGCA TCG TTT GAG -30; KISS1 forward 50- AAC TCA
CTG GTT TCT TGG CAG C -30, KISS1 reverse 50- CTA GAA TTC
CCC ACA GAG GCC -30.

Western blot analysis
Proteins were extracted from cell lysates. Cells were lysed in a

lysis buffer (25 mmol/L Tris, pH 7.4, 150 mmol/L NaCl, 1%
NP-40, 1 mmol/L Na3VO4, 1 mmol/L PMSF, and 1 mg/mL
leupeptin) for 15 minutes at 4�C. Lysates were centrifuged at
13,000 rpm for 15 minutes at 4�C, and the supernatant was
collected. Concentration of the supernatant was determined
using a Bio-Rad Protein Assay Kit. Concentration-normalized
lysates were mixed with SDS sample buffer and then boiled at
100�C for 10 minutes. Proteins were fractionated by SDS-PAGE
(150 volts for 1.5 hours) and transferred onto nitrocellulose
membranes (80 volts for 90 minutes). Membranes were
blocked with 5% BSA in TBS-T (0.1% Tween 20 in TBS),
followed by overnight incubation at 4�C with appropriate
dilutions of primary antibodies in TBS-T. After three washes
with TBS-T, membranes were incubated with the appropriate
secondary antibodies coupled with horseradish peroxidase,
and immune complexes were visualized using an Enhanced
Chemiluminescence (ECL) Kit (Thermo Fisher Scientific)
according to the manufacturer's instructions. The primary
antibodies used were as follows: rabbit polyclonal anti-AHR
antibody (Enzo Life Science); mouse monoclonal anti-GAP43
antibody (Santa Cruz Biotechnology); mouse monoclonal
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anti-NSE antibody (Santa Cruz Biotechnology), and goat poly-
clonal anti-b-actin (Santa Cruz Biotechnology).

Generation of inducible expression cell line
To set up a tetracycline/doxycycline-inducible AHR system,

stNB-V1 neuroblastoma cells were first transfected with the
pcDNA6/TR vector (Invitrogen), encoding the tetracycline/
doxycycline repressor behind a constitutive CMVpromoter, using
Lipofectamine 2000 (Thermo Fisher Scientific) according to the
manufacturer's protocol. The drug resistant clones of stNB-V1-
pcDNA6 were obtained by Blasticidin-S selection (5 mg/mL). The
human AHR genes were then cloned into pcDNA5/TO vectors
(Invitrogen) and were transfected into stNB-V1-pcDNA6 cells by
Lipofectamine 2000. After 2-month Hygomycin B (200 mg/mL)
selection, tetracycline/doxycycline-inducible AHR single clones
(stNB-V1-AI) were obtained and amplified.

Mouse xenograft studies of AHR-inducible cells
Four-week-old female BALB/c nude mice were inoculated

subcutaneously with 5 � 106 stNB-V1-AI cells in Matrigel (BD
Bioscience). Tumor-bearing mice were randomized into two
treatment groups of six mice. Animals were treated with doxycy-
cline in the daily drinking water (2 g/L) or vehicle alone for up to
14 days. Progression of engrafted tumors in treated animals was
evaluated by the metric measurement of tumor sizes. Tumor
diameters were measured with calipers, and volumes were calcu-
lated as L�W2� 0.5 (L andW are the tumor length and width in
mm, respectively). All murine experiments were performed after
approval by the Institutional Animal Care and Use Committee of
National Taiwan University.

MTT assay
Cell viabilitywasassessedusing the3-(4,5-Dimethylthiazol-2-yl)-

2,5-diphenyl-tetrazolium bromide reduction assay. Cells plated in
96-well plates were treated with indicated concentration of kynur-
enine in 100 mL culture medium for 72 hours. Then, 25 mL 0.25%
MTTwas added to each well and incubated at 37�C for 4 hours. The
MTT solutionwas carefullydecantedoff, and formazanwas extracted
from the cells by 50 mL DMSO in each well in dark for 20 minutes.
Absorbancewasmeasuredbya spectrophotometer at thewavelength
of 590 nm. All MTT assays were repeated at least three times.

Mouse xenograft studies of kynurenine treatments
Four-week-old female BALB/c nude mice were inoculated

subcutaneouslywith 5�106 stNB-V1or BE(2)-C cells inMatrigel.
Tumor-bearing mice were randomized into different treatment
groups. Animals were treated by daily intraperitoneal injection
with vehicle (control), RA (5mg/kg), kynurenine (100mg/kg), or
combination of RA and kynurenine for up to 20 days. Progression
of engrafted tumors in treated animals was evaluated by the
metric measurement of tumor sizes. Tumor diameters were mea-
sured with calipers, and volumes were calculated as L�W2� 0.5
(L andW are the tumor length andwidth inmm, respectively). All
murine experiments were performed after approval from the
Institutional Animal Care and Use Committee.

Xenograft metastasis assay
Four-week-old female SCIDmicewere inoculated subcutaneous-

ly with 5 � 106 stNB-V1 cells in Matrigel. When tumors grew to a
volume of 500 mm3, tumor-bearing mice were randomized into
two treatment groups of twelve mice. Animals were treated by daily

intraperitoneal injection with kynurenine (200 mg/kg) or vehicle
(control) alone for up to 21 days. Evaluation of lung and liver
metastases was performed by gross qualitative observation of lung
and liver tissue following dissection. All mouse experiments were
performed after approval from the Institutional Animal Care and
Use Committee.

Metastasis PCR array
The differential levels of gene expression in control and

kynurenine-treated cells were analyzed by the metastasis PCR
array (QIAGEN), according to the manufacturer's instructions.
Briefly, purified RNA was quantified by an ND-1000 spectropho-
tometer (NanoDrop Technology). Reverse transcription of 1 mg
isolated total RNAs was performed in a 20 mL reaction mixture
with the use of theM-MuLV Reverse Transcriptase (Thermo Fisher
Scientific) and an oligo-dT primer. cDNAwasmixed with the RT2
Master Mix and the mixture was aliquoted into the 96-well PCR
array plate, followed by real-time PCR cycling.

KiSS-1 IHC staining
KiSS-1 IHC staining was performed by BenchMark XT auto-

matic medical system. Tissue sections (5 mm) of paraffin-
embedded tumors were deparaffinized and rehydrated in a
routine manner. After antigen retrieval, the KiSS-1 antibody
(Millipore) was applied for tumor samples at a dilution of
1:100 overnight at 4�C. The ultraView Universal DAB Detection
Kit (Roche)was then applied for 30minutes at room temperature.
Diaminobenzidine was used for visualization of KiSS-1 signals.
Nuclei were counterstained with hematoxylin.

Cell migration assay
Migration rates of neuroblastoma cells were assayed in

a transwell system (Cultrex 96 Well Cell Migration Assay,
R&D Systems). Cells suspended in 50 mL serum-free DMEM
(5 � 104 cells/well) were loaded in the insert. Serum-free DMEM
and DMEM with 10% FBS were loaded in the lower chamber as
the negative control and chemoattractant, respectively. After
24 hours, migrating cells were incubated with a Calcein-AM
solution at 37�C for 1 hour and quantified by a spectrophotom-
eter (485 nm excitation, 520 nm emission).

Cell adhesion assay
Ninety-six–well culture plates were coated with type I collagen

(10 mg/mL), laminin (2 mg/mL), or fibronetin (1 mg/mL) and
then incubated at 37�C overnight followed by a PBS wash. Cells
(5 � 104 cells/100 mL) were seeded in the well and incubated at
37�C for 20 minutes. After removing the culture medium with
nonattached cells,wellswerewashed three timeswithPBS.Crystal
violet (0.1%) was applied for 10 minutes to stain the attached
cells. Followed by 3 times PBS wash, 10% acetic acid was added
for 20 minutes. Absorbance of cell lysates at 550 nm was mea-
sured using a spectrophotometer.

Chromatin immunoprecipitation assay
Chromatin immunoprecipitation (ChIP) assays were per-

formed according to the protocol provided by Upstate Biotech-
nology. In brief, stNB-V1-AI cells were first treated with
tetracycline (1 mg/mL) to induce AHR expression. After 24-hour
induction, cells were cross-linked with 1% formaldehyde in the
medium at room temperature for 10 minutes. Cells were then
washed with ice-cold PBS and resuspended in 200 mL of SDS lysis
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Figure 1.

AHR expression predicts better clinical outcome for patients with neuroblastoma. A, IHC analysis of AHR expression in tumor tissues of patients with
neuroblastoma. 1,AHR immunostaining of ganglioneuroma as positive control; 2,AHR immunostaining blocked by the specific peptide as negative control;
3, negative (�) AHR immuno-staining; 4, low (1þ) AHR immunostaining; 5,medium (2þ) AHR immunostaining; 6, high (3þ) AHR immunostaining. Scale bar,
100 mm. B, Percentage distribution of AHR expression in undifferentiated neuroblastoma (UNB; n¼ 36), differentiating neuroblastoma (DNB; n¼ 31), and
ganglioneuroblastoma (GNB; n¼ 18). C, Kaplan–Meier survival analysis according to the expression of AHR in 85 patients with neuroblastoma. D–G,
Kaplan–Meier survival analysis according to the expression of AHR in patients with undifferentiated neuroblastoma (D), patients with differentiating
neuroblastoma and ganglioneuroblastoma (E), patients with neuroblastomawith advanced stage disease (stage III and IV; F), and patients with neuroblastoma
with normalMYCN copy number (without amplification; G). H, Kaplan–Meier survival analysis according to AHR expression and MYCN amplification in patients
with neuroblastoma, with all P < 0.017 after Bonferroni adjustment for multiple pairwise comparisons.
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buffer with protease inhibitors. The suspensionwas sonicated to an
average length of 200–600 nucleotides, and immunoprecipitated
by protein A/G-magnetic beads conjugated with the monoclonal
anti-AHR antibody (BML-SA210, Enzo Life Sciences) at 4�C over-
night. The immune complexes were eluted with 100 mL of elution
buffer (1% SDS and 0.1mol/LNaHCO3). The formaldehyde cross-
links were then reversed by heating at 65�C for 6 hours. Protein
digestions were executed by proteinase K at 45�C for an additional
1 hour. DNA of the immunoprecipitates and control input DNA
werepurified, and thenanalyzedby standardPCR. Primersflanking
the AHR binding site on the promoter of CYP1A1 (forward: 50-
CGGCCCCGGCTC TCT -30, reverse: 50- GTG TCGGAAGGTCTC
CCA GGA -30) and the SP1 binding site on the promoter of KISS1
(EpiTectChIPqPCRPrimerAssayForHumanKISS1,GPH1015285
(�)18A, Qiagen) were used for PCR detection.

Statistical analysis
Statistical analyses were performed using StatView software

(Abacus Concept). Pearson c2 test was used to assess the associa-
tionsbetweenpairsof categorical variables. Survivalprobabilities in
various subgroupswere estimatedusing the Kaplan–Meiermethod
and comparedby log-rank tests. Formultiple comparisons, the log-
rank test was adjusted using Bonferroni correction. A corrected P <
0.05/C, where C is the number of pairwise comparisons being
made, was considered statistically significant (21). All factors
affecting survival were further analyzed by the multivariate Cox
proportionalhazardmodel.Means fromdifferent treatment groups
were analyzedbyone-wayANOVA followedby theFisherprotected
least-significant difference test. Student t tests were performed for
the comparison of means between two groups.

Results
AHR expression correlates with the histologic grade of
neuroblastoma tumors

We first investigated the correlations between AHR expres-
sion and clinicopathologic features by performing immuno-

histochemistry for AHR in 85 neuroblastoma tumor samples.
AHR-positive staining was observed specifically in ganglion
cells of ganglioneuroma tumor tissue (Fig. 1A, 1). The speci-
ficity of the AHR antibody was confirmed by addition of the
antigen-competing peptide that blocked the AHR staining
(Fig. 1A, 2). Tumors were classified into four categories based
on the frequency of cellular expression of AHR: (�) no expres-
sion: no stained cells or only isolated single cells were stained
(<10%, Fig. 1A, 3), (1þ) low frequency of cellular expression:
10% to 35% of neuroblastic cells were stained (Fig. 1A, 4), (2þ)
moderate frequency of cellular expression: 35% to 70% of
neuroblastic cells were stained (Fig. 1A, 5), and (3þ) high
frequency of cellular expression: more than 70% of neuroblas-
tic cells were stained (Fig. 1A, 6). Positive AHR expression (1þ,
2þ or 3þ) was observed in 77.8% of ganglioneuroblastomas,
but AHR expression was not as frequently observed in less
differentiated tumors, including differentiated neuroblastoma
(51.6%) and undifferentiated neuroblastoma (22.1%) sub-
types. Thus, AHR expression was definitively correlated with
the histologic grade (Fig. 1B). Notably, the intensity of AHR
immunostaining was also higher in tumors with differentiated
histology. For further analysis, tumors were assigned into two
groups: negative AHR expression (�) and positive AHR expres-
sion (1þ, 2þ, or 3þ). The positive AHR expression group
included 38 of the 85 tumors (44.7%), and the correlations
between AHR protein expression and several clinicopathologic
and biologic categories were evaluated (Table 1). In addition to
histologic grade, positive AHR expression was also significantly
correlated with age at diagnosis (�1 year) and early clinical
stages (stages I, II, and IVS), but was negatively correlated with
the unfavorable biomarker of MYCN amplification.

Positive AHRexpressionpredicts favorable clinical outcomes of
neuroblastoma patients

To explore the relationship between AHR expression and
clinical outcome, Kaplan–Meier survival analysis was per-
formed. Positive AHR expression strongly predicted a favorable
prognosis in patients with neuroblastoma (Fig. 1C). By uni-
variate analysis, patient age � 1, early clinical stage (stage I, II,
or IVS), differentiated histology and positive AHR expression
all predicted better outcome, whereas MYCN amplification
predicted worse survival (Table 2). Multivariate analysis by
the Cox proportional hazard model further confirmed that
AHR protein expression is an independent prognostic factor
in neuroblastoma (Table 2), along with clinical stage and
MYCN amplification. We then performed survival analyses on
subgroups of patients according to tumor histology, clinical
stage, and MYCN status. Positive AHR expression predicted
better outcomes in patients with neuroblastoma with undif-
ferentiated histology, differentiated histology (Fig. 1D and E),
advanced stage disease (Fig. 1F), or normal MYCN expression
(Fig. 1G). However, the prognosis of patients with neuroblas-
toma with MYCN amplification could not be distinguished by
AHR expression due to the low frequency of positive AHR
protein expression and very poor outcome for these patients
(Supplementary Fig. S1). In addition, patient survival was
further analyzed according to AHR expression and MYCN
amplification (Fig. 1H). The group with negative AHR expres-
sion and MYCN amplification showed the worst prognosis
outcome, whereas the group with positive AHR expression and
normal MYCN copy number showed the best survival. This

Table 1. AHR expression according to clinicopathologic and biologic
characteristics of neuroblastomas

Cases
Positive AHR
expression (%) P

Sex
Male 46 18 (39.1) 0.282
Female 39 20 (51.3)

Age at diagnosis
�1 year 28 21 (75.0) <0.001
>1 year 57 17 (29.8)

Primary tumor site
Adrenal 50 21 (42.0) 0.658
Extraadrenal 35 17 (48.6)

VMA screen
Yes 8 7 (87.5) 0.020
No 77 31 (40.3)

Clinical stage
1, 2, 4S 30 26 (86.7) <0.001
3, 4 55 12 (21.8)

Tumor histology
UNB 36 8 (22.2) <0.001
DNB 31 16 (51.6)
GNB 18 14 (77.8)

MYCN
Amplified 23 3 (13.0) <0.001
Nonamplified 62 35 (56.5)

Wu et al.

Cancer Res; 79(21) November 1, 2019 Cancer Research5554

on July 29, 2020. © 2019 American Association for Cancer Research. cancerres.aacrjournals.org Downloaded from 

Published OnlineFirst August 20, 2019; DOI: 10.1158/0008-5472.CAN-18-3272 

http://cancerres.aacrjournals.org/


combinatorial effect suggests that in addition to being inde-
pendent prognostic factors, AHR and MYCN may regulate
neuroblastoma tumorigenesis as two important mediators of
the same cell signaling axis.

Overexpression of AHR suppresses neuroblastoma tumor
progression

Because AHR overexpression has been suggested to inhibit cell
proliferation and promote neural differentiation of neuroblasto-
ma cells in vitro (8), we next investigated the potential for AHR to
suppress neuroblastoma tumor progression in vivo. For this
purpose, we established stNB-V1-AI cells, which harbor a tetra-
cycline-induced AHR expression cassette in a neuroblastoma cell
background. Induction of AHR expression by tetracycline was
validated by Western blot analysis (Fig. 2A). The cells were then
subcutaneously transplanted into nude mice. Overexpression of
AHR was induced by doxycycline, which was administered daily
via drinking water. This treatment significantly suppressed xeno-
graft tumor growth (Fig. 2B andC). In addition, the effects of AHR

expression on cell migration and adhesion were examined in the
inducible cell line. We found that tetracycline-induced overex-
pression of AHR suppressed migration of stNB-V1-AI cells in a
wound healing assay (Fig. 2D), whereas cell adhesion was
enhanced by AHR overexpression (Fig. 2E). These results suggest
that AHR expression can limit neuroblastoma tumor progression.

Kynurenine inhibits cell proliferation and promotes neural
differentiation of neuroblastoma cells in vitro and in vivo

AHR is a well-studied receptor for dioxin-like compounds.
However, the actions of endogenous AHR ligands have not been
thoroughly investigated. Recently, kynurenine, a metabolite of
tryptophan, was reported as a novel endogenous ligand of
AHR (22). Since our studies indicated that ectopic expression of
AHR downregulates MYCN expression and induces neural dif-
ferentiation (8), we hypothesized that activation of AHR by
kynurenine treatment might also affect characteristics of neuro-
blastoma cells. To test this hypothesis, we examined the effect of
kynurenine on cell proliferation and differentiation in vitro and

Figure 2.

Overexpression of AHR suppresses
neuroblastoma tumor progression.
A, AHR protein expression was
examined in AHR-inducible stNB-
V1-AI cells by immunoblotting after
24 hours of tetracycline (10 ng/mL)
induction. B,AHR-inducible
stNB-V1-AI cells were
xenotransplanted in a mouse
xenograft model. Tumor-inoculated
mice were treated daily with
doxycycline (n¼ 6) in the drinking
water (2 g/L) or vehicle control
(n¼ 6). Tumor growth was
measured daily for 14 days. Error
bars, SEM. C, Tumor-inoculated
mice were sacrificed after 14 days of
treatment. Tumors from each mouse
are shown in the photograph. OE,
overexpression. D,Wound healing
assays were conducted on AHR-
inducible stNB-V1-AI cells that had
been treated with 10 ng/mL
tetracycline for 24 hours. Yellow
dotted lines indicate the wound
borders. E, Cell adhesion assays
were conducted on AHR-inducible
stNB-V1-AI cells that had been
treated with 10 ng/mL tetracycline
for 24 hours. � , P < 0.05;
�� , P < 0 0.01.

Table 2. Clinicopathologic and biologic factors affecting survival rate

Univariate analysis Multivariate analysis
Variable RR 95% CI P RR 95% CI P

Sex: male versus female 1.66 0.896–3.075 0.107 1.346 0.659–2.749 0.415
Screen: No versus yes 6.702 0.920–48.807 0.060 2.138 0.128–35.603 0.596
Age at diagnosis: >1 year versus �1 year 4.189 1.755–9.996 0.001 1.203 0.418–3.458 0.732
Clinical stage: advanced (III, IV) versus early (I, II, IVS) 20.010 4.799–83.430 <0.001 11.486 1.334–98.915 0.026
MYCN: amplified versus nonamplified 4.134 2.200–7.767 <0.001 2.685 1.130–6.380 0.025
AHR expression: negative versus positive 8.333 3.448–19.905 <0.001 3.019 1.029–8.858 0.044
Histology: undifferentiated versus differentiated 2.424 1.327–4.430 0.004 1.207 0.552–2.640 0.637
Primary tumor site: adrenal versus extraadrenal 1.426 0.769–1.426 0.260 1.046 0.472–2.317 0.911

Abbreviations: 95% CI, 95% confidence interval; RR, risk ratio.
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Figure 3.

Kynurenine promotes neural differentiation of neuroblastoma cells and suppresses neuroblastoma tumor growth.A, SK-N-SH and BE(2)-C cells were treated
with 200 mmol/L kynurenine (Kyn) for 24 hours. CYP1A1mRNA expression level was analyzed by SYBR Green real-time PCR. B, SK-N-SH and BE(2)-C cells were
treated with indicated concentrations of kynurenine for 72 hours. Cell viability was determined by MTT assay. C, SK-N-SH and BE(2)-C cells were treated with
200 mmol/L of kynurenine for 72 hours. Cell viability was determined by cell counting with Trypan blue staining. D, SK-N-SH and BE(2)-C cells were treated with
kynurenine (200 mmol/L) or CH223191(10 mmol/L) for 72 hours. The expression levels of MYCN were analyzed by SYBR Green real-time PCR. E, SK-N-SH and BE
(2)-C cells were treated with 200 mmol/L of kynurenine for 72 hours. Neurite outgrowth was apparent after kynurenine treatment. F, Total RNA was collected
24 hours after kynurenine (200 mmol/L) or CH223191(10 mmol/L) treatment. The mRNA expression level of CYP1A1, GAP-43, and NSE were analyzed by SYBR
Green real-time PCR. (Continued on the following page.)
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in vivo by using MYCN amplified [BE(2)-C] and nonamplified
(SK-N-SH and stNB-V1) neuroblastoma cells. The effect of kynur-
enine on the activation of AHR signaling in neuroblastoma was
first confirmed. We found that the mRNA expression level of an
AHR downstream gene CYP1A1 was upregulated by kynurenine,
indicating that kynurenine possess the ability to activate AHR in
neuroblastoma (Fig. 3A). Using MTT (Fig. 3B) and Trypan blue
staining (Fig. 3C) assays, we found that kynurenine effectively
suppressed proliferation of SK-N-SH and BE(2)-C cells. In addi-
tion, the mRNA expression levels of MYCN was also found to be
downregulated by kynurenine in both cell lines (Fig. 3D). More-
over, kynurenine treatment induced neurite outgrowth (Fig. 3E)
and increased the mRNA expression levels of differentiation
markers, GAP-43 and NSE (Fig. 3F). To examine whether the
effect of kynurenine is AHR dependent, neuroblastoma cells were
treated with kynurenine in combination with AHR antagonist
CH223191. We found that the inhibitory effect of kynurenine on
cell proliferation (Supplementary Fig. S2A–S2C) and MYCN
expression (Fig. 3D) were effectively blocked by CH223191. In
addition, the induction of differentiation markers and neurite
outgrowth were both significantly abolished by the treatment of
CH223191 (Fig. 3F; Supplementary Fig. S2D). All these findings
indicate that kynurenine affects neuroblastoma cell behavior is
mediated by AHR. These in vitro findings were then confirmed in
the mouse xenograft models. In the MYCN non-amplified stNB-
V1 model, both kynurenine and the well-known differentiation
promoting agent, all-trans retinoic acid (ATRA), suppressed neu-
roblastoma tumor growth when administered by intraperitoneal
injection. Notably, a combination effect was observed when
kynurenine was treated in combination with RA (Fig. 3G; Sup-
plementary Fig. S3A). Protein levels of GAP-43 and NSE differ-
entiation markers were both upregulated in the tumors of mice
treatedwith kynurenine andRA(Fig. 3H). In theMYCN-amplified
BE(2)-C model, kynurenine also showed the inhibition effect on
tumor growth (Fig. 3I; Supplementary Fig. S3B). Protein levels of
CYP1A1 and GAP-43 in tumor tissues were significantly upregu-
lated by kynurenine (Fig. 3J). Furthermore, the tissue histology
analysis showed that kynurenine treatment significantly induced
the differentiation histology in both stNB-V1 and BE(2)-C xeno-
graft tumors (Fig. 3K and L). Together, our in vitro and in vivo
results support the notion that activation of AHR by kynurenine
may inhibit neuroblastoma tumorigenesis.

Kynurenine suppresses neuroblastoma tumor metastasis
After showing that AHR overexpression inhibits migration and

promotes adhesion in neuroblastoma cells (Fig. 2D and E), we
further investigated whether AHR activation by kynurenine may
affect themetastatic characteristics of neuroblastoma cells. To this
end, in vitro cell adhesion and migration assays were performed.
Kynurenine treatment significantly inhibited cell migration of
AHR-overexpressing stNB-V1 cells in a transwell migration assay
(Fig. 4A). In addition, kynurenine effectively promoted cell adhe-
sion in various types of neuroblastoma cells (Fig. 4B; Supple-

mentary Fig. S4). Next, tumor metastasis was examined after
subcutaneous inoculation of SCIDmice with stNB-V1 neuroblas-
toma cells. We found that daily intraperitoneal injection of
kynurenine (50 mg/kg) for 21 days significantly suppressed lung
and livermetastasis (Fig. 4C). According to the number and size of
metastatic nodules, tumor metastasis was classified into four
categories: (�) no metastasis/no nodule, (1þ) mild metastasis,
(2þ) moderate metastasis, and (3þ) servere metastasis (Supple-
mentary Fig. S5A and S5B). Metastatic nodules were observed in
lungs of 100% of the control group animals, but only 50% of
animals in the kynurenine-treated group had lung metastasis
(Fig. 4D). Furthermore, the percentage of mice with high-grade
metastasis (2þ and 3þ) was much greater in the control group
(75%, 9/12 animals) than in the kynurenine-treated group (25%,
3/12 animals; Fig. 4D; Supplementary Fig. S5B). These results
strongly suggest that activation of AHRby kynureninemay inhibit
neuroblastoma tumor metastasis by suppressing cell migration
and promoting cell adhesion of neuroblastoma cells.

Kynurenine induces tumor metastasis suppressor gene KISS1
expression

To better understand the underlying mechanisms by which
kynurenine suppressed neuroblastomametastasis, total RNA from
kynurenine-treated SK-N-SH cells was collected and analyzedwith
a metastasis PCR array. Expression levels of distinct metastasis-
related genes were changed in response to kynurenine treatment
(Fig. 4E). Among these genes, the tumor-metastasis suppressor
gene, KISS1, was upregulated more than 4-fold. The induction of
KISS1 was further confirmed in kynurenine-treated SK-N-SH and
BE(2)-C cells by real-time PCR. KISS1 mRNA expression was
upregulated by kynurenine in both SK-N-SH and BE(2)-C cells,
which was effectively blocked by the AHR antagonist CH223191
(Fig. 4F). Consistently, tetracycline-induced AHR overexpression
also increased KISS1 expression and that the AHR-elicited KISS1
expression can be blocked byCH223191 (Supplementary Fig. S6).
In addition,we found amarked enhancement in the IHC signal for
KiSS-1 protein in xenograft tumors after mice were treated with
kynurenine (Fig. 4G; Supplementary Fig. S5B). To examinewheth-
er AHRdirectly regulatesKISS1promoter activity, a ChIP assaywas
next examined. Because Sp1 bindingmotif, a novel binding site of
AHR (23, 24), is important in the regulation of KISS1 expres-
sion (25, 26), we hypothesized that AHR promotes KISS1 pro-
moter activity by binding to Sp1motif. The result showed that the
Sp1 binding domain in the KISS1 promoter could be successfully
pulled down by tetracycline-induced AHR, suggesting that AHR
upregulates KISS1 expression through binding to the KISS1 pro-
moter (Fig. 4H). The AHR-binding domain of the CYP1A1 pro-
motor was also pulled down as a positive control.

Kynurenine induces cell adhesion through KiSS-1–FAK axis
To confirm the involvement of KiSS-1 in AHR-mediated inhi-

bition of neuroblastoma tumor metastasis, we analyzed cell
adhesion after treatment with the KiSS-1 agonist Kisspeptin-10

(Continued.) G, stNB-V1 cells were xenotransplanted to BALB/c nude mice. Tumor-inoculated mice were treated with vehicle (control), RA (5 mg/kg),
kynurenine (100 mg/kg), or combination with RA (5 mg/kg) and kynurenine (100 mg/kg). Tumor growth was measured daily for 20 days. Error bars, SEM.
H, The expression levels of differentiation markers GAP-43 and NSE in the xenograft tumors were analyzed by Western blot analysis. I, BE(2)-C cells were
xenotransplanted to BALB/c nude mice. Tumor-inoculated mice were treated with vehicle (control) or kynurenine (100 mg/kg). Tumor growth was
measured daily for 20 days. Error bars, SEM. J, The expression levels of differentiation markers GAP-43 and NSE in the xenograft tumors were analyzed by
Western blot analysis. K, Tumor histology of stNB-V1 xenograft tumors was analyzed by hematoxylin and eosin stain. Arrows, differentiated neuroblastic
cells. L, Tumor histology of BE(2)-C xenograft tumors was analyzed by hematoxylin and eosin stain. Arrows, differentiated neuroblastic cells. � , P < 0.05;
�� , P < 0 0.01; ��� , P < 0.001.

AHR Suppresses Tumor Progression of Neuroblastoma

www.aacrjournals.org Cancer Res; 79(21) November 1, 2019 5557

on July 29, 2020. © 2019 American Association for Cancer Research. cancerres.aacrjournals.org Downloaded from 

Published OnlineFirst August 20, 2019; DOI: 10.1158/0008-5472.CAN-18-3272 

http://cancerres.aacrjournals.org/


Figure 4.

Kynurenine upregulates KISS1 expression and inhibits neuroblastoma tumor metastasis. A, A cell migration assay was conducted on AHR-inducible stNB-V1-AI
cells, with 24-hour tetracycline induction and subsequent 24-hour treatment with 200 mmol/L kynurenine (Kyn). B, SK-N-SH, SK-N-DZ, and stNB-V1 cells were
treated with 200 mmol/L kynurenine for 24 hours. Cell adhesion assays were conducted in 96-well culture plates coated with 10 mg/mL collagen I. C, stNB-V1 cells
(5� 106) with Matrigel were subcutaneously injected into SCIDmice, followed by daily intraperitoneal injection of kynurenine (200mg/kg) or vehicle control for
21 days. Severe metastases in the lung (black arrowheads) and liver (white arrowheads) were found in stNB-V1–inoculated mice with control treatment.D, The
severity of lungmetastasis was scored, revealing suppression by kynurenine treatment. E, Differentially expressed genes in kynurenine-treated SK-N-SH cells
were identified by ametastasis PCR array. F, SK-N-SH and BE(2)-C cells were treated with of kynurenine (200 mmol/L) or CH223191 (10 mmol/L) for 24 hours. The
expression levels of KISS1 was analyzed by SRBR Green real-time PCR. G, KiSS-1 was stained by IHC in neuroblastoma tumor tissue xenografts. Staining was
quantified according to the percentage of KiSS-1–positive cells per section of tissue specimens. (Continued on the following page.)
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and antagonist Kisspeptin-234. We found that the agonist,
Kisspeptin-10, promoted cell adhesion, while kynurenine-
induced cell adhesion was effectively blocked by the antagonist,
Kisspeptin-234 (Fig. 4I). In addition, cell adhesion was further
analyzed in KISS1 knockdown SK-N-SH cells. Lentiviral KISS1
shRNA significantly knockdown KiSS-1 protein expression
(Supplementary Fig. S7A) and blocked kynurenine-induced cell
adhesion (Supplementary Fig. S7B). Moreover, we found that the
migration inhibition effect of kynurenine in Tet-induced AHR
overexpression stNB-V1 cells was also blocked by Kisspeptin-234
(Fig. 4J). These findings provide evidence that KiSS-1 mediate
kynurenine inhibited neuroblastoma tumor metastasis.

Because the effect of kynurenine onmigration isminor andwas
only observed in AHR-overexpressing cells, we assumed that
kynurenine inhibited metastasis mainly through the regulation
of cell adhesion. To investigate the possible underlying mechan-
isms by which kynurenine promotes cell adhesion of neuroblas-
toma, activation of two focal adhesion–associated proteins, focal
adhesion kinase (FAK), and paxillin were analyzed by Western
blot analysis. We found out that kynurenine significantly
enhanced phosphorylation of tyrosine 397 (pY397) in FAK
(Fig. 4K). However, phosphorylation of tyrosine 118 (pY118) in
paxillin was not affected. Using adhesion assays, we further found
that FAK inhibitor PF573228 suppressed kynurenine-induced cell
adhesion in SK-N-SH cells, suggesting that kynurenine-induced
cell adhesion is FAK dependent (Fig. 4L). Finally, the increase of
pY397 FAK induced by kynurenine was significantly blocked by
Kisspeptin-234 (Fig. 4M). Together, the evidence suggests that
KiSS-1-FAK axis mediates the kynurenine triggered enhancement
of cell adhesion in neuroblastoma, which may result in the
inhibition of neuroblastoma tumor metastasis.

High KISS1 expression is closely associated with favorable
clinical outcome of patients with neuroblastoma

To further investigate the clinical significance of KISS1 in
neuroblastoma, we used the R2: Genomics Analysis and Visual-
ization Platform (http://r2.amc.nl) to analyze the event-free sur-
vival probability of patients with neuroblastoma in relation to
KISS1 expression levels. High expression levels of KISS1 predicted
favorable prognosis in patients with neuroblastoma (Fig. 5A).
Moreover, the low risk group of patients with neuroblastoma
exhibited higher expression levels of KISS1 relative to the high-
risk group (Fig. 5B). We also found a significant positive corre-
lation between AHR and KISS1 expression in the same cohort of
patients with neuroblastoma (Fig. 5C, R ¼ 0.453, P ¼ 1.6e�26).
Remarkably, high AHR expression is associated with better sur-
vival rate of patients in this dataset (Fig. 5D), which is comparable
with our findings. Together, these observations suggest that KiSS-
1 is involved in the AHR-regulated progression of neuroblastoma,
and that expression of KISS1may be a favorable prognostic factor
in neuroblastoma.

Discussion
Our previous study showed that AHR expression is inversely

correlated with MYCN in neuroblastoma tumors, and based on a
small group of patient samples, our study further suggested that
the mRNA expression levels of AHR may correlate with the
histologic grade of neuroblastoma tumors (8). In this study,
tumor samples from a separate, larger cohort of patients were
analyzed by IHC, demonstrating that the percentage of AHR-
positive stained cells is correlated to both the histological grade
and clinical stage of neuroblastoma tumors (Fig. 1B; Table 1). In
addition to its diagnostic significance, expression of AHR pre-
dicted a favorable prognosis for either differentiated or undiffer-
entiated histologic subtypes (Fig. 1D and E). These observations
suggested the possibility that AHR negatively regulates neuro-
blastoma tumor growth by promoting differentiation. Further-
more, positive AHR expression with negative MYCN amplifica-
tion [AHR (þ) & MYCN (�)], predicted improved survival
compared with AHR (�) and MYCN (þ) or AHR, MYCN double
(þ) or (�; Fig. 1H). Survival analysis also showed that positive
AHR expression predicted better prognosis, independent of age,
tumor histology, or clinical stage (Table 2). Similar to CRT and
GRP75, the two favorable neuroblastoma biomarkers identified
by our previous studies (27, 28), AHR may be another novel
prognostic factor in neuroblastoma.Hence, targeting AHR expres-
sion with MYCN, CRT, and GRP75 may be beneficial in devel-
oping diagnostic and therapeutic approaches for neuroblastoma.

Increasing evidence suggests that AHR plays a role in normal
cell physiology, independent of xenobiotic response. Several
studies have also shown the role of AHR in cell-cycle regulation,
although the detailed mechanisms remain unclear. In HepG2
human hepatoma cells, AHR knockdown blocks the G1–S tran-
sition of the cell cycle and downregulates cyclin D1, cyclin E, and
CDK-2/4, suggesting growth promoting activity of AHR (29).
Likewise, overexpression of AHR in human lung carcinoma
A549 cells stimulates E2F/DP2 activation, thereby increasing the
level of proliferating cellular nuclear antigen (PCNA) and prolif-
eration rates (30). In in vivomouse models, overexpression of the
constitutively active form of AHR (CA-AHR) increases the inci-
dence of N-nitrosodiethylamine-induced hepatocarcinoma (31)
and spontaneous tumors in the glandular stomach (32). These
reports have all suggested oncogenic roles for AHR. However,
some reports have also demonstrated antiproliferative effects of
AHR. For example, activated AHR transcriptionally activates the
p27Kip1 cyclin/cdk inhibitor and inhibits cell proliferation in
developing thymus and hepatoma cells (33), and in MCF-7
human breast cancer cells, AHR was reported to repress
E2F-dependent transcription and induce cell-cycle arrest (34).
On the basis of these studies, it appears that AHR may promote
or inhibit cell-cycle progression and proliferation in a manner
that is dependent on the cell type. In neuroblastoma cells,

(Continued.) H, stNB-V1-AI cells were induced by tetracycline (10 ng/mL) for 24 hours and ChIP was performed. The AHR binding motif in the CYP1A1 promoter
is shown as a positive control. I, Cell adhesion assays were conducted on SK-N-SH cells treated with 200 mmol/L kynurenine, 10 nmol/L Kisspeptin-10 (K-10),
10 nmol/L Kisspeptin-234 (K-234), 200 mmol/L kynurenineþ 10 nmol/L K-234, and 10 nmol/L K-10þ 10 nmol/L K-234 for 24 hours. J, A cell migration assay
was conducted on AHR-inducible stNB-V1-AI cells, with 24-hour tetracycline induction and subsequent 24-hour treatment with 200 mmol/L kynurenine or
200 mmol/L kynurenineþ 10 nmol/L K-234. K, SK-N-SH cells were treated with 200 mmol/L kynurenine for 72 hours. The protein expression levels were analyzed
byWestern blot analysis. L, A cell adhesion assay was conducted on SK-N-SH cells treated with 200 mmol/L kynurenine or 10 mmol/L PF573228 (pretreatment
for 1 hour)þ200 mmol/L kynurenine.M, SK-N-SH cells were treated with 200 mmol/L kynurenine, 10 nmol/L Kisspeptin-10 (K-10), 10 nmol/L Kisspeptin-234
(K-234), 200 mmol/L kynurenineþ 10 nmol/L K-234, and 10 nmol/L K-10þ 10 nmol/L K-234 for 24 hours. The protein expression levels were analyzed by
Western blot analysis. Error bars, SD. � , P < 0.05; �� , P < 0.01; ��� , P < 0.001.
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overexpression of AHR has been shown to induce neural differ-
entiation (8, 19), and dioxinwas shown to inhibit neuroblastoma
cell proliferation via AHR-mediated G1 arrest (20). Our recent
study also revealed that the silencing of miR-124 induces SK-N-
SH cell differentiation by promoting AHR (35). In this study, we
provide direct evidence that both overexpression (Fig. 2) and
ligand activation (Fig. 3) of AHR inhibit neuroblastoma tumor
growth. Therefore, in the context of neuroblastoma, AHR seems to
consistently play an antioncogenic role.

The endogenous ligand of AHR, kynurenine, was utilized as a
model therapeutic compound in this study. In vitro, we found that
kynurenine significantly suppresses cell proliferationandpromotes
differentiation of SK-N-SH and BE(2)-C cells (Fig. 3B–F). More-
over, this antproliferative effect was also observed in the in vivo
xenograft models (Fig. 3G–L). Interestingly, we further found that
kynurenine significantly inhibited lung and liver metastasis in
stNB-V1 xenografts (Fig. 4C), suggesting that kynurenine-
activated AHR also affects other aspects of cell characteristics
besides proliferation. Recently, AHR signaling has been proposed
to be a central modifying pathway in the cellular response to
changes in cell adhesion. The loss of cell-to-cell contact can activate
AHR (36), with AHR activity being able to interfere with contact-

inhibition signaling (37). During the process of epithelial-
mesenchymal transitions (EMT), AHR acts as a transcription factor
to directly induce Slug, which suppresses E-cadherin expression,
resulting in the loss of cell-to-cell contact (38). These lines of
evidence all suggest a pro-metastatic role for AHR. However, in
breast cancer, AHR was found to downregulate the cell surface
adhesion molecule, CXC-chemokine receptor 4 (CXCR4), which
results in the suppression of breast cancer cell metastasis (39).
Therefore, the effects of AHR activation onmetastatic potential are
different among cell types and specific tumor microenvironments.
In neuroblastoma, our current study shows an antimetastatic role
for AHR.We found that activationofAHRsignificantly upregulated
KISS1 expression, which is known to be a negative regulator of
metastatic potential in a variety of cancers (40). In addition, we
further demonstrated that kynurenine activates FAK activity
through the regulation of KiSS-1. By this mechanism, kynurenine
promotes cell adhesion of neuroblastoma (Fig. 4K–M). A similar
observation was reported in melanoma - KiSS-1 promoted focal
adhesion of melanoma cells and inhibited spontaneous pulmo-
nary metastasis (41). Thus, we hypothesize that AHR suppresses
neuroblastoma tumor metastasis, at least partially, via KiSS-1–
mediated promotion of cell adhesion.

Figure 5.

KISS1 is associated with favorable prognosis of patients with neuroblastoma. The clinical significance of KISS1was analyzed in 498 patients with neuroblastoma
from a clinical database (SEQC-498-custom-ag44kcwolf) by the R2: Genomics Analysis and Visualization Platform (http://r2.amc.nl) A, Kaplan–Meier survival
analysis of patients with neuroblastoma according to KISS1 expression (Probe NO. UKv4_A_23_P124892; Cutoff modus: Average). B, KISS1 expression level was
analyzed in low- and high-risk subgroups. C, The positive correlation between AHR and KISS1was analyzed (R¼ 0.453, P¼ 1.6e�26). D, Kaplan–Meier survival
analysis of patients with neuroblastoma according to AHR expression (Probe NO. UKv4_A_23_P215566; Cutoff modus: Average).
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Increasing evidence suggests a range of effects of KiSS-1 in
cancer cell biology. The antimetastatic activity of KiSS-1 was
observed in several tumors, including melanoma, thyroid,
ovary, bladder, gastric, pancreas, and lung cancers (42). Recent-
ly, KiSS-1 was also demonstrated to affect cell proliferation. By
increasing intracellular Ca2þ, KiSS-1 activates protein kinase C,
resulting in inhibition of cell proliferation and promotion of
cell differentiation and apoptosis (43). In addition, various
clinical analyses have revealed that low expression of KiSS-1 is
associated with poor prognosis of patients with gastric (44),
ovarian (45), bladder (46), or breast cancers (47). In this study,
we found that high expression of KiSS-1 is associated with the
low-risk group and predicts better survival probability of
patients with neuroblastoma (Fig. 5), indicating that KiSS-1
may be a favorable prognosis factor for neuroblastoma. Using
KiSS-1 and its synthetic mimetics as clinical drugs may be a
possible strategy for the treatment of neuroblastoma.

Dioxin is a well-known ligand of AHR, and high dioxin
exposure was reported to strongly associate with increased
incidence of certain types of cancer, including neuroblasto-
ma (13, 48). Interestingly, exposure of rat dams to dioxin
during pregnancy leads to reductions of AHR protein level in
the offspring (49). In light of this observation and our data,
showing that diminished AHR is associated with aggressive
neuroblastoma disease, a possible molecular basis for the role
of environmental pollutants in neuroblastoma can be pro-
posed. In this model, parental exposure to dioxin may suppress
AHR in children, which in turn might promote the develop-
ment of neuroblastoma.

Disclosure of Potential Conflicts of Interest
No potential conflicts of interest were disclosed.

Authors' Contributions
Conception and design: P.-Y. Wu, B.-J. Wang, Y.-F. Liao, W.-M. Hsu, H. Lee
Development of methodology: P.-Y. Wu, I.-S. Yu
Acquisition of data (provided animals, acquired and managed patients,
provided facilities, etc.): I.-S. Yu, Y.-C. Lin, C.-C. Chen, M. Kargren, Y.L. Tai,
Y.-L. Liu, C.-H. Chang, W.-M. Chen, W.-M. Hsu
Analysis and interpretation of data (e.g., statistical analysis, biostatistics,
computational analysis): P.-Y. Wu, Y.-T. Chang, C.-C. Chen, T.L. Shen,
H.-F. Juan, Y.-Y. Chan, Y.-F. Liao, W.-M. Hsu, H. Lee
Writing, review, and/or revision of the manuscript: P.-Y. Wu, Y.-C. Lin,
C.-C. Chen, M. Kargren, H.-F. Juan, Y.-F. Liao, W.-M. Hsu, H. Lee
Administrative, technical, or material support (i.e., reporting or organizing
data, constructing databases): Y.-T. Chang, C.-C. Chen, K.-H. Lin, T.-H. Tseng,
S.-F. Huang, Y.-Y. Chan, W.-M. Hsu
Study supervision: Y.-F. Liao, W.-M. Hsu, H. Lee

Acknowledgments
We acknowledge Professor Christina Ling Chang (Institute of Molecular

Medicine, National Cheng-Kung University, Taiwan) for her kindness and
providing the GFP-tagged stNB-V1 neuroblastoma cell line. We also acknowl-
edge Professor Yung-Ming Jeng (Department of Pathology, National Taiwan
University Hospital and National Taiwan University College of Medicine,
Taipei, Taiwan) for his kindness and providing assistance with the pathologic
analysis of patient tumor samples. Thisworkwas supported byNational Taiwan
University Hospital (UN102-051 and 106-S3505 toW.M. Hsu), theMinistry of
Science and Technology, Taiwan (MOST 103-2311-B-002-015 to H. Lee; MOST
105-2314-B-002-133-MY3 and 108-2314-B-002-158-MY3 to W.M. Hsu), and
Academia Sinica (to Y.F. Liao).

The costs of publication of this article were defrayed in part by the
payment of page charges. This article must therefore be hereby marked
advertisement in accordance with 18 U.S.C. Section 1734 solely to indicate
this fact.

Received October 16, 2018; revised April 8, 2019; accepted August 14, 2019;
published first August 20, 2019.

References
1. AndersonDJ,AxelR.Abipotentialneuroendocrineprecursorwhose choiceof

cell fate is determined by NGF and glucocorticoids. Cell 1986;47:1079–90.
2. Spix C, Pastore G, Sankila R, Stiller CA, Steliarova-Foucher E. Neuroblas-

toma incidence and survival in European children (1978–1997): report
from the Automated Childhood Cancer Information System project. Eur J
Cancer 2006;42:2081–91.

3. Brodeur GM. Neuroblastoma: biological insights into a clinical enigma.
Nat Rev Cancer 2003;3:203–16.

4. Brodeur GM, Seeger RC, Schwab M, Varmus HE, Bishop JM. Amplification
of N-myc in untreated human neuroblastomas correlates with advanced
disease stage. Science 1984;224:1121–4.

5. Yancopoulos GD, Nisen PD, Tesfaye A, Kohl NE, Goldfarb MP, Alt FW.
N-myc can cooperate with ras to transform normal cells in culture. PNAS
1985;82:5455–9.

6. Zhu S, Lee JS, Guo F, Shin J, Perez-Atayde AR, Kutok JL, et al. Activated ALK
collaborates with MYCN in neuroblastoma pathogenesis. Cancer Cell
2012;21:362–73.

7. Weiss WA, Aldape K, Mohapatra G, Feuerstein BG, Bishop JM. Targeted
expression of MYCN causes neuroblastoma in transgenic mice. EMBO J
1997;16:2985–95.

8. Wu PY, Liao YF, Juan HF, Huang HC, Wang BJ, Lu YL, et al. Aryl
hydrocarbon receptor downregulates MYCN expression and promotes cell
differentiation of neuroblastoma. PLoS One 2014;9:e88795.

9. Kewley RJ, WhitelawML, Chapman-Smith A. Themammalian basic helix–
loop–helix/PAS family of transcriptional regulators. Int J BiochemCell Biol
2004;36:189–204.

10. Barouki R, Coumoul X, Fernandez-Salguero PM. The aryl hydrocarbon
receptor, more than a xenobiotic-interacting protein. FEBS Lett 2007;581:
3608–15.

11. Marlowe JL, Fan YX, Chang XQ, Peng L, Knudsen ES, Xia Y, et al. The aryl
hydrocarbon receptor binds to E2F1 and inhibits E2F1-induced apoptosis.
Mol Biol Cell 2008;19:3263–71.

12. Qin H, Powell-Coffman JA. The Caenorhabditis elegans aryl hydrocarbon
receptor, AHR-1, regulates neuronal development. Dev Biol 2004;270:64–75.

13. Feng S, Cao Z, Wang X. Role of aryl hydrocarbon receptor in cancer.
Biochim Biophys Acta 2013;1836:197–210.

14. Schmidt JV, SuGH, Reddy JK, SimonMC, BradfieldCA.Characterization of
a murine Ahr null allele: involvement of the Ah receptor in hepatic growth
and development. PNAS 1996;93:6731–6.

15. Fernandez-Salguero P, Pineau T, Hilbert DM, McPhail T, Lee SS, Kimura S,
et al. Immune system impairment and hepatic fibrosis in mice lacking the
dioxin-binding Ah receptor. Science 1995;268:722–6.

16. Contador-TrocaM, Alvarez-Barrientos A, Barrasa E, Rico-Leo EM, Catalina-
Fernandez I, Menacho-Marquez M, et al. The dioxin receptor has tumor
suppressor activity in melanoma growth and metastasis. Carcinogenesis
2013;34:2683–93.

17. Hall JM, Barhoover MA, Kazmin D, McDonnell DP, Greenlee WF, Thomas
RS. Activation of the aryl-hydrocarbon receptor inhibits invasive and
metastatic features of human breast cancer cells and promotes breast
cancer cell differentiation. Mol Endocrinol 2010;24:359–69.

18. Fritz WA, Lin TM, Cardiff RD, Peterson RE. The aryl hydrocarbon receptor
inhibits prostate carcinogenesis in TRAMP mice. Carcinogenesis 2007;28:
497–505.

19. Akahoshi E, Yoshimura S, Ishihara-Sugano M. Over-expression of AhR
(aryl hydrocarbon receptor) induces neural differentiation of Neuro2a
cells: neurotoxicology study. Environ Health 2006;5:24.

20. Jin DQ, Jung JW, Lee YS, Kim JA. 2,3,7,8-Tetrachlorodibenzo-p-dioxin
inhibits cell proliferation through arylhydrocarbon receptor-mediated

AHR Suppresses Tumor Progression of Neuroblastoma

www.aacrjournals.org Cancer Res; 79(21) November 1, 2019 5561

on July 29, 2020. © 2019 American Association for Cancer Research. cancerres.aacrjournals.org Downloaded from 

Published OnlineFirst August 20, 2019; DOI: 10.1158/0008-5472.CAN-18-3272 

http://cancerres.aacrjournals.org/


G1 arrest in SK-N-SH human neuronal cells. Neurosci Lett 2004;363:
69–72.

21. Logan BR, Wang H, Zhang MJ. Pairwise multiple comparison adjustment
in survival analysis. Stat Med 2005;24:2509–23.

22. Opitz CA, Litzenburger UM, Sahm F, Ott M, Tritschler I, Trump S, et al. An
endogenous tumour-promoting ligand of the human aryl hydrocarbon
receptor. Nature 2011;478:197–203.

23. Lo R, Matthews J. High-resolution genome-wide mapping of AHR and
ARNT binding sites by ChIP-seq. Toxicol Sci 2012;130:349–61.

24. Dere E, Lo R, Celius T,Matthews J, Zacharewski TR. Integration of genome-
wide computation DRE search, AhR ChIP-chip and gene expression
analyses of TCDD-elicited responses in the mouse liver. BMC Genomics
2011;12:365.

25. Mitchell DC, Stafford LJ, Li D, Bar-Eli M, Liu M. Transcriptional regulation
of KiSS-1 gene expression in metastatic melanoma by specificity protein-1
and its coactivator DRIP-130. Oncogene 2007;26:1739–47.

26. Mitchell DC, Abdelrahim M, Weng J, Stafford LJ, Safe S, Bar-Eli M,
et al. Regulation of KiSS-1 metastasis suppressor gene expression in
breast cancer cells by direct interaction of transcription factors acti-
vator protein-2alpha and specificity protein-1. J Biol Chem 2006;281:
51–8.

27. HsuWM, Hsieh FJ, Jeng YM, KuoML, Chen CN, Lai DM, et al. Calreticulin
expression in neuroblastoma - a novel independent prognostic factor.
Ann Oncol 2005;16:314–21.

28. HsuWM, Lee H, Juan HF, Shih YY, Wang BJ, Pan CY, et al. Identification of
GRP75 as an independent favorable prognostic marker of neuroblastoma
by a proteomics analysis. Clin Cancer Res 2008;14:6237–45.

29. Abdelrahim M, Smith R III, Safe S. Aryl hydrocarbon receptor gene
silencing with small inhibitory RNA differentially modulates Ah-
responsiveness in MCF-7 and HepG2 cancer cells. Mol Pharmacol
2003;63:1373–81.

30. Shimba S, Komiyama K, Moro I, Tezuka M. Overexpression of the aryl
hydrocarbon receptor (AhR) accelerates the cell proliferation of A549 cells.
J Biochem 2002;132:795–802.

31. Moennikes O, Loeppen S, Buchmann A, Andersson P, Ittrich C, Poellinger
L, et al. A constitutively active dioxin/aryl hydrocarbon receptor promotes
hepatocarcinogenesis in mice. Cancer Res 2004;64:4707–10.

32. Andersson P, McGuire J, Rubio C, Gradin K, Whitelaw ML, Pettersson S,
et al. A constitutively active dioxin/aryl hydrocarbon receptor induces
stomach tumors. Proc Natl Acad Sci U S A 2002;99:9990–5.

33. Kolluri SK, Weiss C, Koff A, Gottlicher M. p27(Kip1) induction and
inhibition of proliferation by the intracellular Ah receptor in developing
thymus and hepatoma cells. Genes Dev 1999;13:1742–53.

34. Marlowe JL, Knudsen ES, Schwemberger S, Puga A. The aryl hydrocar-
bon receptor displaces p300 from E2F-dependent promoters and
represses S phase-specific gene expression. J Biol Chem 2004;279:
29013–22.

35. Huang T-C, Chang H-Y, Chen C-Y, Wu P-Y, Lee H, Liao Y-F, et al. Silencing
of miR-124 induces neuroblastoma SK-N-SH cell differentiation, cell cycle
arrest and apoptosis throughpromotingAHR. FEBSLett 2011;585:3582–6.

36. Sadek CM, Allen-Hoffmann BL. Suspension-mediated induction of Hepa
1c1c7 Cyp1a-1 expression is dependent on the Ah receptor signal trans-
duction pathway. J Biol Chem 1994;269:31505–9.

37. Weiss C, Faust D, Schreck I, Ruff A, Farwerck T, Melenberg A, et al. TCDD
deregulates contact inhibition in rat liver oval cells via Ah receptor, JunD
and cyclin A. Oncogene 2007;27:2198–207.

38. Ikuta T, Kawajiri K. Zinc finger transcription factor Slug is a novel target
gene of aryl hydrocarbon receptor. Exp Cell Res 2006;312:3585–94.

39. Jin UH, Lee SO, Pfent C, Safe S. The aryl hydrocarbon receptor ligand
omeprazole inhibits breast cancer cell invasion and metastasis.
BMC Cancer 2014;14:498.

40. Mead EJ, Maguire JJ, Kuc RE, Davenport AP. Kisspeptins: a multifunctional
peptide system with a role in reproduction, cancer and the cardiovascular
system. Br J Pharmacol 2007;151:1143–53.

41. Ohtaki T, Shintani Y, Honda S, Matsumoto H, Hori A, Kanehashi K, et al.
Metastasis suppressor gene KiSS-1 encodes peptide ligand of a G-protein-
coupled receptor. Nature 2001;411:613–7.

42. Ciaramella V, Della Corte CM, Ciardiello F, Morgillo F. Kisspeptin and
cancer: molecular interaction, biological functions, and future perspec-
tives. Front Endocrinol 2018;9:115.

43. Stafford LJ, XiaC,MaW,Cai Y, LiuM. Identification and characterizationof
mouse metastasis-suppressor KiSS1 and its G-protein-coupled receptor.
Cancer Res 2002;62:5399–404.

44. Dhar DK, Naora H, Kubota H, Maruyama R, Yoshimura H, Tonomoto Y,
et al. Downregulation of KiSS-1 expression is responsible for tumor
invasion and worse prognosis in gastric carcinoma. Int J Cancer 2004;
111:868–72.

45. Hata K, Dhar DK,Watanabe Y, Nakai H, Hoshiai H. Expression ofmetastin
and a G-protein-coupled receptor (AXOR12) in epithelial ovarian cancer.
Eur J Cancer 2007;43:1452–9.

46. Sanchez-Carbayo M, Capodieci P, Cordon-Cardo C. Tumor suppressor
role of KiSS-1 in bladder cancer: loss of KiSS-1 expression is associatedwith
bladder cancer progression and clinical outcome. Am J Pathol 2003;162:
609–17.

47. Kostadima L, Pentheroudakis G, Pavlidis N. The missing kiss of life:
transcriptional activity of the metastasis suppressor gene KiSS1 in early
breast cancer. Anticancer Res 2007;27:2499–504.

48. Kerr MA, Nasca PC, Mundt KA, Michalek AM. Parental occupational
exposures and risk of neuroblastoma: a case-control study (United States).
Cancer Causes Control 2000;11:635–43.

49. Sommer RJ, Sojka KM, Pollenz RS, Cooke PS, Peterson RE. Ah receptor and
ARNT protein and mRNA concentrations in rat prostate: effects of stage
of development and 2,3,7,8-tetrachlorodibenzo-p-dioxin treatment.
Toxicol Appl Pharmacol 1999;155:177–89.

Cancer Res; 79(21) November 1, 2019 Cancer Research5562

Wu et al.

on July 29, 2020. © 2019 American Association for Cancer Research. cancerres.aacrjournals.org Downloaded from 

Published OnlineFirst August 20, 2019; DOI: 10.1158/0008-5472.CAN-18-3272 

http://cancerres.aacrjournals.org/


2019;79:5550-5562. Published OnlineFirst August 20, 2019.Cancer Res 
  
Pei-Yi Wu, I-Shing Yu, Yueh-Chien Lin, et al. 
  
Progression and Metastasis of Neuroblastoma
Activation of Aryl Hydrocarbon Receptor by Kynurenine Impairs

  
Updated version

  
 10.1158/0008-5472.CAN-18-3272doi:

Access the most recent version of this article at:

  
Material

Supplementary

  
 http://cancerres.aacrjournals.org/content/suppl/2019/08/20/0008-5472.CAN-18-3272.DC1

Access the most recent supplemental material at:

  
  

  
  

  
Cited articles

  
 http://cancerres.aacrjournals.org/content/79/21/5550.full#ref-list-1

This article cites 49 articles, 16 of which you can access for free at:

  
  

  
E-mail alerts  related to this article or journal.Sign up to receive free email-alerts

  
Subscriptions

Reprints and 

  
.pubs@aacr.org

To order reprints of this article or to subscribe to the journal, contact the AACR Publications Department at

  
Permissions

  
Rightslink site. 
Click on "Request Permissions" which will take you to the Copyright Clearance Center's (CCC)

.http://cancerres.aacrjournals.org/content/79/21/5550
To request permission to re-use all or part of this article, use this link

on July 29, 2020. © 2019 American Association for Cancer Research. cancerres.aacrjournals.org Downloaded from 

Published OnlineFirst August 20, 2019; DOI: 10.1158/0008-5472.CAN-18-3272 

http://cancerres.aacrjournals.org/lookup/doi/10.1158/0008-5472.CAN-18-3272
http://cancerres.aacrjournals.org/content/suppl/2019/08/20/0008-5472.CAN-18-3272.DC1
http://cancerres.aacrjournals.org/content/79/21/5550.full#ref-list-1
http://cancerres.aacrjournals.org/cgi/alerts
mailto:pubs@aacr.org
http://cancerres.aacrjournals.org/content/79/21/5550
http://cancerres.aacrjournals.org/


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings true
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 0
  /Optimize false
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage false
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Remove
  /UCRandBGInfo /Remove
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 200
  /ColorImageMinResolutionPolicy /Warning
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 200
  /GrayImageMinResolutionPolicy /Warning
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 600
  /MonoImageMinResolutionPolicy /Warning
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 900
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /ENU ([Based on '[High Quality Print]'] Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames false
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides true
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks true
      /AddPageInfo false
      /AddRegMarks false
      /BleedOffset [
        18
        18
        18
        18
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /ClipComplexRegions true
        /ConvertStrokesToOutlines false
        /ConvertTextToOutlines false
        /GradientResolution 300
        /LineArtTextResolution 1200
        /PresetName ([High Resolution])
        /PresetSelector /HighResolution
        /RasterVectorBalance 1
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MarksOffset 18
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [600 600]
  /PageSize [792.000 1224.000]
>> setpagedevice


