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Medical University, Beijing, China, # China National Clinical Research Center for Neurological Diseases, Bejjing, China

Background: The prognostic factors of skull base chordoma associated with outcomes
of patients after surgery remain inadequately identified. This study was designed to identify
a novel prognostic factor for patients with skull base chordoma.

Method: Using a proteomic technique, the tumor biomarkers that were upregulated in the
rapid-recurrence group of chordoma were screened and then narrowed down by
bioinformatic analysis. Finally one potential biomarker was chosen for validation by
immunohistochemistry using tissue microarray (TMA). A total of 187 patients included in
TMA were randomly divided into two cohorts, the training cohort included 93 patients and
the validation cohort included 94 patients. Kaplan-Meier survival analysis was used to
assess the patients’ survival. Univariable and multivariable Cox regression analysis were
used to identify prognostic factors predicting recurrence-free survival (RFS). CCK-8 assay,
clonal formation assay and transwell assay were used to test the effect of asparagine
synthetase (ASNS) on the proliferation, migration and invasion in chordoma cell lines.

Results: Among 146 upregulated proteins, ASNS was chosen as a potential prognostic
biomarker after bicinformatics analysis. The H-scores of ASNS ranged from 106.27 to
239.58 in TMA. High expression of ASNS was correlated with shorter RFS in both the
training cohort (p = 0.0093) and validation cohort (p < 0.001). Knockdown of ASNS by
small interfering RNA (siRNA) inhibited the growth, colony formation, migration and
invasion of chordoma cells in vitro.

Conclusion: This study indicates that high expression of ASNS is correlated with poor
prognosis of patients with skull base chordoma. ASNS may be a useful prognostic factor
for patients with skull base chordoma.
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INTRODUCTION

Chordoma, a rare low-grade malignant tumor that comprises 1-
4% of primary bone tumors, arises in the axial bones, and as
much as 35% of chordoma locates in the clivus region (1).
Chordoma is generally recognized that originates from
notochordal remnants (2). The majority of chordoma occurs in
adults, aged between 50 and 60, while less than 5% of chordoma
occurs in children and infants (3). Although chordoma is a slow-
growing and low-grade malignant tumor, effective treatments for
curing chordoma are still lacking. In the clivus region, chordoma
usually locates close to crucial neurovascular structures, and the
tumor can infringe surrounding tissues and vessels, making total
resection difficult to accomplish and causing a high recurrence
rate. Chordoma is generally considered greatly resistant to
conventional chemotherapy and radiotherapy, but recently,
photon radiation, proton therapy and targeted therapy have
been combined as a comprehensive therapy to prevent
chordoma progression (4). However, currently we still have a
poor understanding of the molecular biological characteristics
and tumorigenesis of chordoma.

Proteomics analysis provides the prospect of searching
potential tumor biomarkers and has become a significant
technique in the field of cancer research (5, 6). Proteomics
technique combined with bioinformatics analysis has a decided
advantage in screening and identifying differentially expressed
proteins (7), and is successfully used for discovering diagnostic
biomarkers (8, 9) and prognostic biomarkers (10, 11), also
providing new methods to search therapeutic targets as well as
chances to reveal the molecular mechanisms underlying the
disease (12, 13).

The asparagine synthetase (ASNS) is an enzyme which
catalyzes the conversion of aspartic acid to asparagine (14).
This reaction requires glutamate serving as the nitrogen source
and proceeds in an ATP-dependent manner (14). The protein of
ASNS expresses in different tissues and organs ubiquitously, but
except for the exocrine pancreas, the basal expression of ASNS is
relatively low in normal tissues (15, 16). Previous studies have
reported that ASNS is involved in tumorigenesis in different
cancer types. In human melanoma and breast cancer,
knockdown of ASNS has been demonstrated to suppress cell
growth via inducing cell cycle arrest (17, 18). Upregulation of
ASNS has been reported to be involved in drug-resistance in
prostate cancer and nasopharyngeal carcinoma (19, 20).
Moreover, it has been found that the expression of ASNS is
associated with the prognosis of patients with hepatocellular
carcinoma and ASNS expression is also correlated with the
aggressiveness of glioma (21, 22). However, the expression
level and underlying involvement of ASNS in skull base
chordoma have not been investigated.

In this article, we used a tandem mass tag (TMT) technique
combined with bioinformatic analysis to search biomarkers for
the prediction of recurrence in skull base chordoma. Proteomic
analysis revealed that ASNS was significantly overexpressed in
the rapid-recurrence group compared with the slow-recurrence
group, and it was confirmed by Western blot assay. We further
assessed the expression level of ASNS in skull base chordoma by

immunohistochemistry using tissue microarray (TMA) and then
investigated its correlation with prognosis especially the time to
recurrence after surgery. Our results may provide a novel
biomarker for predicting the recurrence of skull base
chordoma after surgical resection.

MATERIALS AND METHODS

Patients and Specimens
In this study, frozen tissue samples obtained from 17 patients
with skull base chordoma who received surgical resection at
Beijing Tiantan Hospital between March 2015 and December
2018 were subjected to proteomics analysis. These patients were
followed up by radiographical and clinical examinations in
November 2019. Tumor recurrence was confirmed by clinical
and imaging findings or histology analysis of specimens from the
second surgery. The patients whose recurrence-free survival
(RES) was no more than 6 months and their histopathology
images met one of the following criteria: (1) >3 mitotic figures in
10 high-power fields; (2) necrosis was present (23, 24), were
incorporated into the rapid-recurrence group, and the patients
whose RFS was no less than 36 months were incorporated into
the slow-recurrence group. All these patients received no
radiotherapy after surgery. According to this criterion, 9
patients were enrolled in the rapid-recurrence group and the
other 8 patients were enrolled in the slow-recurrence group, the
clinicopathological characteristics of these 17 patients were
shown in Supplementary Table 1. No significant difference
was found in age, sex, bone invasion, and extent of resection
between the rapid-recurrence group and slow-recurrence group.
Paraffin-embedded tissue samples obtained from 187 patients
with primary skull base chordoma who received surgical resection
at Beijing Tiantan Hospital between January 2008 and September
2014 were subjected to tissue microarray (TMA). The follow-up
information of the 187 patients was updated in November 2019.
All patients were randomly divided into two cohorts, the training
cohort included 93 patients and the validation cohort included 94
patients. The mean age ( + standard deviation) of patients was
40.3 £ 15.9 in the training cohort, and 40.0 + 14.7 in the validation
cohort. The training cohort included 51 males and 42 females,
and the validation cohort included 47 males and 47 females. For
the extent of resection, the patients with total resection, subtotal
resection, and partial resection are 23, 45, 25, respectively in the
training cohort; the patients with total resection, subtotal
resection, and partial resection are 18, 40, 36, respectively in the
validation cohort. This study was approved by the ethics
committee of Beijing Tiantan Hospital, Capital Medical
University. Informed consent was obtained from all the
enrolled subjects, and the study was performed in compliance
with the principles governed by the Declaration of Helsinki.

Mass Spectrometric Detection and
Proteomic Analysis

Proteins were extracted from 9 cases of chordoma with short
recurrence-free survival and 8 cases of chordoma with long
recurrence-free survival frozen tissue samples. Then trypsin
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digestion was performed, the protein solution was reduced with 5
mM dithiothreitol for 30 min at 56°C and alkylated with 11 mM
iodoacetamide for 15 min at room temperature in darkness. The
protein sample was then diluted by adding 100 mM TEAB to
urea concentration less than 2M. Finally, trypsin was added at
1:50 trypsin-to-protein mass ratio for the first digestion
overnight and 1:100 trypsin-to-protein mass ratio for a second
4 h-digestion. After trypsin digestion, peptides were desalted by
Strata XC18 SPE column (Phenomenex) and vacuum dried.
Peptides were reconstituted in 0.5 M TEAB and processed
according to the manufacturer’s protocol for the TMT 10plex
kit (Cat No: 90406, ThermoFisher). Briefly, one unit of TMT
reagent was thawed and reconstituted in acetonitrile. Equal
amount peptides of all samples were taken to make the mix
prior to TMT labelling. The peptide mixtures were then
incubated for 2 hours at room temperature and pooled,
desalted, and dried by vacuum centrifugation. The labelling
information is as follows:

Group1 A1640 A1652 A1746 A1853 A1999 B1675 B1732 B1775 B1804 Mix

Label 126 127N 127C 128N 128C 129N 129C 130N 130C 131
Group2  A2048 A2227 A2362 A1642 B1822 B1300 B1601 B802 Mix
Label 126 127N 127C 128N 128C 129N 129C 130N 131

A1640, A1652, A1746, A1853, A1999, A2048, A2227, A2362,
and A1642 were the Sample ID of samples in the rapid-
recurrence group; B1675, B1732, B1775, B1804, B1822, B1300,
B1601, and B802 were the Sample ID of samples in the slow-
recurrence group.

The peptides were subjected to NSI source followed by
tandem mass spectrometry (MS/MS) in Q Exactive' " Plus
(Thermo) coupled online to the UPLC. The electrospray
voltage applied was 2.0 kV. The m/z scan range was 350 to
1800 for a full scan, and intact peptides were detected in the
Orbitrap at a resolution of 70,000. Peptides were then selected for
MS/MS using NCE setting as 28 and the fragments were detected
in the Orbitrap at a resolution of 17,500. A data-dependent
procedure that alternated between one MS scan followed by 20
MS/MS scans with 15.0s dynamic exclusion. Automatic gain
control (AGC) was set at 5E4. The fixed first mass was set as
100 m/z. The resulting MS/MS data were processed using the
Maxquant search engine (v.1.5.2.8). Tandem mass spectra were
searched against the UniProt database concatenated with reverse
decoy database. Trypsin/P was specified as a cleavage enzyme
allowing up to 2 missed cleavages. The mass tolerance for
precursor ions was set as 20 ppm in the First search and 5 ppm
in the Main search, and the mass tolerance for fragment ions was
set as 0.02 Da. Carbamidomethyl on Cys was specified as fixed
modification and oxidation on Met was specified as variable
modifications. FDR was adjusted to < 1% and the minimum score
for peptides was set > 40. For protein quantification, the ratios of
the TMT reporter ion intensities in MS/MS spectra from raw data
sets were used to calculate fold changes between samples. Only
peptides unique for a given protein were considered for relative
quantitation. For each sample, the quantification was normalized
using the average ratio of all the unique peptides. Then, protein
quantitation was calculated from the median ratio of protein

corresponding unique peptides when there were at least two
unique peptides in a protein. The average quantitative value of
each sample in multiple repetitions was calculated, and then the
ratio of the average value between the two cohorts was calculated.
This ratio was used as the final differential expression of the
comparison group. The differential expression significance p
value of the protein in the two cohorts was calculated by
performing log2 logarithmic conversion of the relative
quantitative value of each sample, and then calculating the p
value using the two-sample two-tailed ¢ test method. Two
replicates were performed on UPLC-MS/MS for enhancement
of protein coverage, and quantified proteins were filtered with
manually selected filter exclusion parameters (at least 2 peptides,
p < 0.05 and expression level differed at least 1.2- or 0.8-fold in
the rapid-recurrence group compared to the slow-recurrence
group). Bioinformatic analysis was performed focusing on these
upregulated proteins in the rapid-recurrence group. The mass
spectrometry proteomics data have been deposited to the
ProteomeXchange Consortium via the PRIDE partner
repository with the dataset identifier PXD025894.

Tissue Microarray

Paraffin-embedded chordoma tissue samples from all 187
patients were assayed by TMA using the Tissue Array
MiniCore (ALPHELYS, Plaisir, France). Three pathologists
viewed the hematoxylin-eosin stained slides, and the two most
representative 2 mm cores from every tissue slide were selected
and removed to a new slide to build the TMA. The 4 mm sections
from the TMA were cut using Leica RM 2135 Rotary Microtome
(Rankin, Wetzlar, Germany) for immunohistochemical staining.

Immunohistochemistry (IHC)

The slides were placed in the BOND-III instrument
manufactured by Leica Biosystems. Default IHC protocol was
chosen, and 20 min with epitope retrieval was set as the heat-
induced epitope retrieval (HIER) parameter. The Bond™
Polymer Refine Detection (DS9800, Leica Biosystems,
Germany) was used for the detection of the primary antibody
(anti-ASNS antibody, sc-365809, Santa Cruz, USA). The slides
were scanned using Aperio AT2 (Leica Biosystems, Germany)
and the digital pictures were viewed using digital slide viewing
software in Aperio AT2. The staining intensity was stratified on a
scale of 0-3+ (0 = no staining, 1+ = weak, 2+ = moderate and
3+ = strong). An H-score was obtained by multiplying the
staining intensity with a constant to adjust the mean to the
strongest staining [H-score = 1 x (percent of 1+ cell) + 2 X
(percent of 2+ cell) + 3 x (percent of 3+ cell)] to give a score
ranging from 0-300. We chose the median of the H-score as the
cut-off value for separating patients into two groups: high ASNS
expression or low ASNS expression.

Cell Culture and Small Interfering

RNA Transfection

The human chordoma cell line UM-Chorl was purchased from
the American Type Culture Collection (ATCC), another human
chordoma cell line MUG-Chorl was donated by the Chordoma
Foundation. Cells were cultured in Iscove’s Modified Dulbecco’s
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Medium (IMDM, 30-2005, ATCC, USA) supplemented with
18% RPMI-1640 Medium (30-2001, ATCC, USA) and 10% fetal
bovine serum (10099-141, Gibco, USA) in a humidified
incubator at 37°C in 5% CO,. The culture medium was
replaced every other day. ASNS small interfering RNA
(siRNA) (GGGTAGAGATACATATGGA) and unspecific
scrambled siRNA were synthesized by RiboBio Medical
Biotechnology (Guangzhou, China). Both UM-Chorl and
MUG-Chorl cells were adherent cells, the cells were detached
from the bottom of the culture flask using trypsin digestion, and
this reaction was terminated by adding culture medium, then the
cell suspension was centrifuged for 5 minutes at room
temperature to collect the cells, finally, the cell pellets were
resuspended using culture medium. After counting, 1 x 10° of
UM-Chorl cells and 3 x 10° of MUG-ChorT cells were seeded in
6-well plates. The cells were transfected with ASNS-siRNA or
scrambled siRNA using Lipofectamine 3000 reagent (Invitrogen,
USA) and 50 uM of siRNA per well according to the
manufacturer’s instructions. After transfecting siRNA,
interference efficiency was validated by Quantitative Real-
time PCR.

Cell Growth and Colony Formation Assay
A quantity of transfected cells was seeded into 96-well plates with
2.5 x 10° of UM-Chorl cells or 6 x 10° of MUG-Chor] cells per
well. Ten microliters of CCK-8 (CK04, Dojindo, Japan) was then
added to the plates and incubated for 24, 48, 72 and 96 hours.
Upon addition of CCK-8 solution, the plates were incubated at
37°C for 2 hours, and the absorbance was detected at 450 nm
using a multimode microplate reader (Tecan, Minnedorf,
Switzerland). 2 x 10° of transfected UM-Chorl or MUG-
Chorl cells were inoculated into 6-well plates and incubated at
37°C, 5% CO, for 14 days. Afterwards, the cell colonies in 6-well
plates were fixed with 4% paraformaldehyde and stained using
crystal violet solution.

Migration and Invasion Assay

3 x 10* UM-Chorl cells or 1 x 10° MUG-Chor]1 cells transfected
with ASNS-siRNA or scrambled siRNA were seeded into the
upper chamber of the transwell chambers with 100 ul serum-free
medium (CLS3464, Corning, USA), while the following wells
were filled with 600 ul complete culture medium containing 10%
FBS as a function of chemoattractant which can induce the cells
in the upper chamber to the lower one. After incubation for 48
hours, non-invaded cells were rubbed away using the cotton
swab carefully, while cells that invaded the lower chamber were
fixed with 4% paraformaldehyde and stained using crystal violet
solution. We observed the cells that invaded the lower chamber
in at least five separate fields of vision using a microscope. The
invasion assay was similar to the migration assay but the upper
chamber was coated with Matrigel (Corning, USA).

Protein Extraction and Western Blot Assay
Chordoma tissue samples or cells were lysed using RIPA lysis
buffer (C1050, Applygen, China) with a protease inhibitor
cocktail (P1265, Applygen, China) and a phosphatase inhibitor
cocktail (P1260, Applygen, China). The total protein

concentration was determined using a BCA Protein Assay Kit
(SK258437, ThermoFisher, USA). Equal amounts of total
proteins were separated by SDS-PAGE (10% gels) for ASNS
detection. GAPDH was used as the protein loading control. After
SDS-PAGE, the proteins on the gels were transferred to BioTrace
nitrocellulose membranes (66485, Pall, USA), blocked with 5%
skim milk in Tris-buffered saline (TBS, pH 7.4; 20 mM Tris-HCI,
150 mM NaCl), and then incubated with anti-ASNS antibody
(1:600, sc-365809, Santa Cruz, USA) overnight at 4°C. The
following day, the membranes were incubated with IRDye-
labeled goat anti-mouse IgG at room temperature for 1 hour.
Finally, the protein bands were scanned using a Li-COR Odyssey
system (Li-COR Biosciences, USA). At least three independent
experiments were performed and a representative result
is shown.

Statistical Analysis

Statistical analyses were performed using SPSS v24.0 software
(IBM Corporation, USA). Variables were analyzed by the chi-
square test, Fisher’s exact test, unpaired Student’s f test, or
Mann-Whitney U test for comparison between two groups.
Kaplan-Meier curves and the log-rank test were applied for
univariable survival analysis. Statistically significant variables
were further analyzed by multivariable Cox regression analysis.
A nomogram was constructed based on the results of
multivariate Cox regression analysis in the training cohort. The
nomogram and calibration plots were calculated with the rms
package of R software (version 4.2.0). For all statistical analyses, a
p value less than 0.05 was considered statistically significant.

RESULTS

Screening and ldentifying the Differentially
Expressed Proteins in the Rapid-
Recurrence Group and Slow-Recurrence
Group of Skull Base Chordoma

To identify proteins that were differentially expressed in the
rapid-recurrence group and slow-recurrence group of skull base
chordoma, a TMT mass-spectrometric technique was used. 3667
and 3737 proteins were quantified by each technical replicate,
respectively, 4286 proteins were quantified from the two
technical replicates and subsequently filtered with manually
selected filter exclusion parameters. Finally, 258 proteins were
screened out, including 146 proteins upregulated and 112
proteins downregulated in the rapid-recurrence group
(Figures 1A, B). The lists of differentially expressed proteins
are shown in Supplementary Table 5. Afterwards, 146
upregulated proteins were selected for bioinformatics analysis.
Kyoto Encyclopedia of Genes and Genomes (KEGG) pathway
analysis revealed that alanine, aspartate and glutamate
metabolism was mainly involved in the rapid-recurrence group
(Figure 1C and Supplementary Table 2). Gene ontology (GO)
classification also showed that a significant role of glutamine
metabolism (glutamine family amino acid metabolic process,
glutamine metabolic process) was involved in the rapid-
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FIGURE 1 | The screening process for proteins upregulated in the rapid-recurrence group of chordoma. (A) Volcano plots. The negative log of p value (base 10)
was plotted on the Y-axis, and the log of fold change (base 2) was plotted on the X-axis. Fold change > 1.25 or fold change < 0.8, p < 0.05. A: rapid-recurrence
group; B: slow-recurrence group. (B) There were 146 proteins upregulated and 112 proteins downregulated in the rapid-recurrence group of chordoma. A: rapid-
recurrence group; B: slow-recurrence group. (C) KEGG pathway analysis showed that alanine, aspartate and glutamate metabolism was mainly involved in the rapid-
recurrence group of chordoma. (D) The expression level of ASNS protein in all 17 chordoma tissue samples was quantified by Western blot assay.

recurrence group (Supplementary Table 3). After literature
review, ASNS was chosen for validation using Western blot
assay. Western blot analysis indicated that the expression of
ASNS was significantly upregulated in the rapid-recurrence

group (Figure 1D), which was consistent with the result of
TMT mass spectrometric detection. Thus, we selected ASNS as a
tumor marker for IHC to further evaluate its prognosis value in
skull base chordoma.
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Relationship Between ASNS Expression
and Tumor Recurrence

ASNS protein was expressed in the cytoplasm and the H-scores
of ASNS ranged from 106.27 to 239.58 (median 165.84)
(Figures 2A, B). For survival analysis, recurrence-free survival
(RFS) was defined as the period from the first surgical resection
to the date of recurrence or last follow-up. In the training cohort,

the median RFS was 32.5 months, and the median RFS in the low
ASNS expression group was 59 months, which was 2.4 times as
long as that in the high ASNS expression group (24.5 months).
Obviously, patients with high expression of ASNS had shorter
RFS (median RFS: 24.5 months, 95% CI: 15-49.5 months)
compared with patients with low expression of ASNS (median
RFS: 59 months, 95% CI: 29.5-68 months), with a p = 0.0093
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FIGURE 2 | Representative images of ASNS immunohistochemical stain in skull base chordoma and analysis of recurrence-free survival (RFS) using Kaplan-Meier
survival curves. (A) High expression of ASNS. Magnification: left x200, right x400. (B) Low expression of ASNS. Magnification: left x200, right x400. (C) High
expression of ASNS was correlated with shorter RFS in the training cohort. (D) High expression of ASNS was correlated with shorter RFS in the validation cohort.
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(Figure 2C). To further verify the relationship between ASNS
expression and RFS, we performed univariate and multivariate
Cox regression analysis for RFS in this cohort, and the results
revealed that ASNS was an independent prognostic factor for
RES (p = 0.042) (Table 1). In the validation cohort, the median
RFS was 18 months, and the median RFS in the low ASNS
expression group was 43 months, which was 3.6 times as long as
that in the high ASNS expression group (12 months). Distinctly,
patients with high expression of ASNS had shorter RES (median
RES: 12 months, 95% CI: 9-30 months) compared with patients
with low expression of ASNS (median RFS: 43 months, 95% CI:
24-73 months), with a p value less than 0.001 (Figure 2D). To
further verify the relationship between ASNS expression and
RFS, we performed univariate and multivariate Cox regression
analysis for RFS in this cohort, and the results also revealed that
ASNS was an independent prognostic factor for RES (p < 0.001)
(Supplementary Table 4).

Predicting Recurrence by a Nomogram

To provide clinicians with a mensurable approach to predict
recurrence of skull base chordoma, a nomogram (C-index: 0.720,
95% CI: 0.644-0.797) was constructed using the training cohort
data (Figure 3A). The calibration plots demonstrated that the
nomogram predicted recurrence efficaciously compared with an
ideal model in the training cohort (Figures 3B-D) and validation
cohort (Figures 3E-G) at 1-, 3-, and 5-year recurrence.

Knockdown of ASNS Inhibited Cell
Growth, Colony Formation, Migration,

and Invasion of Chordoma Cells

Based on the clinical data, it seemed that ASNS could affect the
proliferation and aggressiveness of chordoma cells. ASNS
expression was knocked down in UM-Chorl and MUG-Chorl
cells by siRNA, the interference efficiency was confirmed at mRNA
level by Quantitative Real-time PCR (Supplementary Figure 1A) as
well as at protein level by Western blot (Supplementary Figure 1B).
As expected, knockdown of ASNS significantly decreased the
growth of UM-Chorl and MUG-Chorl cells, as revealed by cell
proliferation assay (Figure 4A) and colony formation assay
(Figure 4B). Furthermore, knockdown of ASNS significantly
inhibited migration and invasion of UM-Chorl and MUG-Chorl

cells (Figures 4C, D). These findings may explain the above-
mentioned TMA results (high ASNS expression in the rapid-
recurrence group).

DISCUSSION

Chordoma is an infrequent, slow-growing, and low-grade
malignancy that arises from notochordal remnants, and the
annual incidence of chordoma is about 1/1,000,000 (25). Total
surgical resection together with adjuvant radiation therapy has
been reported to lengthen patients’ survival (26). Using targeted
therapies such as imatinib or cetuximab to treat chordoma has
been more frequent for the past few years, though these have not
involved large amounts of patients with chordoma. The patients
have quite poor prognoses for local recurrence and distant
metastasis despite comprehensive therapy (3). Consequently, it
is in urgent need of exploring the specific molecular mechanisms
underlying tumorigenesis of chordoma, searching for novel
prognostic factors, and optimizing the existing therapeutic
strategies to improve the survival of patients with chordoma.
In this study, chordoma biomarkers were screened using
TMT mass-spectrometric technique and bioinformatics
analysis. After screening for upregulated proteins in the rapid-
recurrence group, a novel prognostic factor was discovered, we
found that high expression of ASNS in skull base chordoma was
associated with shorter RES and the results of multivariable Cox
regression analysis showed that ASNS was an independent
prognostic factor of skull base chordoma for predicting
recurrence. In vitro investigations have revealed the cancerous
function of ASNS in several other tumor types. For example, the
ASNS gene has been found to be mutated in human colonic
epithelial cells and suggested to be implicated in the initiation of
colorectal cancer (27). Additionally, overexpression of ASNS has
been reported to be correlated with enhanced aggressiveness in
glioma (22). Downregulation of ASNS induces cell cycle arrest in
breast cancer cells and inhibits the proliferation (18).
Furthermore, a previous study reports that knockdown of
ASNS by lentivirus-mediated RNA interference inhibits cell
growth in epidermoid carcinoma cells and melanoma cells
(17). These results indicate that ASNS plays an important role

TABLE 1 | Univariate and multivariate Cox regression analysis for RFS in the training cohort.

Variables Univariate analysis Multivariate analysis

HR 95% ClI P value HR 95% ClI P value
Age (>55 versus <55years) 1.398 0.706-2.770 0.337
Gender (female versus male) 1.101 0.656-1.848 0.717
Tumor volume (>20 cm?® versus <20 cm®) 1.949 1.151-3.300 0.013* 1.312 0.749-2.298 0.343
Tumor texture (tough/moderate versus soft) 1.588 0.871-2.896 0.131
Blood supply (poor/moderate versus abundant) 0.475 0.269-0.836 0.010* 0.495 0.277-0.885 0.018*
Pathology (classical versus chondroid) 1.120 0.641-1.957 0.691
Extent of resection (non-total versus total resection) 3.740 1.687-8.289 0.001* 3.290 1.410-7.676 0.006*
ASNS (high versus low) 1.960 1.164-3.301 0.011* 1.730 1.020-2.934 0.042*

*indicate p < 0.05.
RFS, recurrence-free survival, HR, hazard ratio; Cl, confidence interval.
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FIGURE 3 | The nomogram for patients with skull base chordoma after surgical resection and the Calibration plots for predicting patient recurrence from the training
cohort and validation cohort. (A) A nomogram for predicting the probability of recurrence. The calibration curve for predicting recurrence from the training cohort at
(B) 1 year, (C) 3 years, (D) 5 years. The calibration curve for predicting recurrence from the validation cohort at (E) 1 year, (F) 3 years, (G) 5 years. Nomogram
predicted probability of time-dependent recurrence was plotted on the X-axis; actual recurrence at 1, 3, 5 years was plotted on the Y-axis.

in oncogenesis, and the results of cytological experiments in our
study demonstrate the oncogenic function of ASNS in skull
base chordoma.

There are some potential mechanisms by which ASNS causes
tumorigenesis. Due to the much higher metabolic requirements in
tumor cells and as they are usually grown in the nutrient-deficient
environment, transcription and translation of ASNS are activated
through some different mechanisms to protect cell survival. For
instance, it has been found that mutant p53 binds to the promoter
region of the ASNS gene and transactivates its transcription (28).
Also, it has been reported that ASNS is upregulated after glucose
deprivation and protects pancreatic cancer cells from apoptosis (29).

Thus, inhibition of ASNS expression and consequent consumption
of asparagine may reduce the proliferative capability of tumor cells.
In addition, ASNS has been shown to change the expression of
proteins participating in cell cycle progression (30). Cyclin-
dependent kinases (CDKs) and cyclins are two kinds of pivotal
cell cycle regulatory factors. Cyclin D1, CDK6, and CDK4 are
significantly downregulated in human melanoma cells after ASNS
depletion while p21, a CDK inhibitor, is obviously upregulated in
response to ASNS knockdown (17). Therefore, downregulation of
ASNS may impact the cell cycle, resulting in attenuated cell
proliferation. Our proteomic data also support this point of view.
In our data, we find that CDK18, a cyclin-dependent kinase which
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FIGURE 4 | Knockdown of ASNS inhibited cell growth, colony formation, migration, and invasion of chordoma cells in vitro. Knockdown of ASNS led to a significant
inhibition of (A) cell growth, (B) colony formation ability, (C) migration, (D) invasion of UM-Chor1 and MUG-Chor1 cells. Magnification: x100. Bars represent the
mean of the respective individual ratios + SEM. *p < 0.05; *p < 0.01; **p < 0.001; ns, not significant.

plays a role in signal transduction cascades, is upregulated in the  in 187 patients with skull base chordoma by immunohisto-
rapid-recurrence group, and CDKNI1B, a CDK inhibitor, is  chemistry, and our results demonstrate for the first time that
downregulated in the rapid-recurrence group (Supplementary  higher ASNS expression in skull base chordoma might indicate a
Table 5). However, these detailed mechanisms remain to be  higher recurrence rate. However, further research is necessary on
further investigated. the transcriptional regulation mechanisms of ASNS, also its effect

Until now, there has been no study of ASNS expression in  on glutamine metabolism, and its correlation with tumor
chordoma. In the present study, we investigate ASNS expression ~ recurrence and metastasis need to be figured out.
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CONCLUSION

Our study reveals that high ASNS expression in skull base
chordoma is correlated with shorter recurrence-free survival,
which supports that ASNS is a novel prognostic factor for
predicting the recurrence of patients with skull base chordoma.

DATA AVAILABILITY STATEMENT

The original contributions presented in the study are included in
the article/Supplementary Material. Further inquiries can be
directed to the corresponding author.

ETHICS STATEMENT

The studies involving human participants were reviewed and
approved by the ethics review board of Beijing Tiantan Hospital.
Written informed consent to participate in this study was
provided by the participants’ legal guardian/next of kin.

REFERENCES

1. Heffelfinger M, Dahlin D, MacCarty C, Beabout J. Chordomas and
Cartilaginous Tumors at the Skull Base. Cancer (1973) 32(2):410-20.
doi: 10.1002/1097-0142(197308)32:2<410::aid-cncr2820320219>3.0.co;2-s

2. Salisbury JR. The Pathology of the Human Notochord. J Pathol (1993) 171
(4):253-5. doi: 10.1002/path.1711710404

3. Walcott B, Nahed B, Mohyeldin A, Coumans J, Kahle K, Ferreira M.
Chordoma: Current Concepts, Management, and Future Directions. Lancet
Oncol (2012) 13(2):e69-76. doi: 10.1016/s1470-2045(11)70337-0

4. Stacchiotti S, Sommer J. Building a Global Consensus Approach to
Chordoma: A Position Paper From the Medical and Patient Community.
Lancet Oncol (2015) 16(2):e71-83. doi: 10.1016/s1470-2045(14)71190-8

5. Powell K. Proteomics Delivers on Promise of Cancer Biomarkers. Nat Med
(2003) 9(8):980. doi: 10.1038/1m0803-980a

6. Zhang B, Wang J, Wang X, Zhu J, Liu Q, Shi Z, et al. Proteogenomic
Characterization of Human Colon and Rectal Cancer. Nature (2014) 513
(7518):382-7. doi: 10.1038/nature13438

7. Djomehri SI, Gonzalez ME, da Veiga Leprevost F, Tekula SR, Chang HY,
White MJ, et al. Quantitative Proteomic Landscape of Metaplastic Breast
Carcinoma Pathological Subtypes and Their Relationship to Triple-Negative
Tumors. Nat Commun (2020) 11(1):1723. doi: 10.1038/s41467-020-15283-z

8. Park J, Lee C, Han D, Lee ], Lee K, Song M, et al. Moesin (MSN) as a Novel
Proteome-Based Diagnostic Marker for Early Detection of Invasive Bladder
Urothelial Carcinoma in Liquid-Based Cytology. Cancers (2020) 12(4):1018.
doi: 10.3390/cancers12041018

9. Sakaguchi Y, Yamamichi N, Tomida S, Takeuchi C, Kageyama-Yahara N,
Takahashi Y, et al. Identification of Marker Genes and Pathways Specific to
Precancerous Duodenal Adenomas and Early Stage Adenocarcinomas.
] Gastroenterol (2019) 54(2):131-40. doi: 10.1007/s00535-018-1489-4

10. Ribeiro IP, Esteves L, Anjo SI, Marques F, Barroso L, Manadas B, et al.
Proteomics-Based Predictive Model for the Early Detection of Metastasis and
Recurrence in Head and Neck Cancer. Cancer Genomics Proteomics (2020) 17
(3):259-69. doi: 10.21873/cgp.20186

11. Zhou Q, Bauden M, Andersson R, Hu D, Marko-Varga G, Xu J, et al. YAP1 is
an Independent Prognostic Marker in Pancreatic Cancer and Associated With
Extracellular Matrix Remodeling. ] Trans Med (2020) 18(1):77. doi: 10.1186/
$12967-020-02254-7

12. Fotouhi O, Kjellin H, Juhlin C, Pan Y, Vesterlund M, Ghaderi M, et al.
Proteomics Identifies Neddylation as a Potential Therapy Target in Small

AUTHOR CONTRIBUTIONS

YS, ML, and CL designed the study. YX, JB, SG, and YZ collected
the data. YS and ML analyzed the data and performed the
experiments. YS and ML wrote the manuscript. All authors
contributed to the article and approved the submitted version.

FUNDING

The study was supported by the Research Special Fund for Public
Welfare Industry of Health (201402008), the National High
Technology Research and Development Program of China
(863 Program) and the National Natural Science Foundation
of China (30971005).

SUPPLEMENTARY MATERIAL

The Supplementary Material for this article can be found online
at: https://www.frontiersin.org/articles/10.3389/fonc.2021.
698497/full#supplementary-material

Intestinal Neuroendocrine Tumors. Oncogene (2019) 38(43):6881-97.
doi: 10.1038/s41388-019-0938-8

13. Singh A, Sharma N. Quantitative SWATH-Based Proteomic Profiling for
Identification of Mechanism-Driven Diagnostic Biomarkers Conferring in the
Progression of Metastatic Prostate Cancer. Front Oncol (2020) 10:493.
doi: 10.3389/fonc.2020.00493

14. Richards NG, Schuster SM. Mechanistic Issues in Asparagine Synthetase
Catalysis. Adv Enzymol Relat Areas Mol Biol (1998) 72:145-98. doi: 10.1002/
9780470123188.ch5

15. Milman H, Cooney D. The Distribution of L-Asparagine Synthetase in the
Principal Organs of Several Mammalian and Avian Species. Biochem ] (1974)
142(1):27-35. doi: 10.1042/bj1420027

16. Milman HA, Cooney DA, Young DM. Role of Pancreatic L-Asparagine
Synthetase in Homeostasis of L-Asparagine. Am ] Physiol (1979) 236(6):
E746-53. doi: 10.1152/ajpendo.1979.236.6.E746

17. Li H, Zhou F, Du W, Dou J, Xu Y, Gao W, et al. Knockdown of Asparagine
Synthetase by Rnai Suppresses Cell Growth in Human Melanoma Cells and
Epidermoid Carcinoma Cells. Biotechnol Appl Biochem (2016) 63(3):328-33.
doi: 10.1002/bab.1383

18. Yang H, He X, Zheng Y, Feng W, Xia X, Yu X, et al. Down-Regulation of
Asparagine Synthetase Induces Cell Cycle Arrest and Inhibits Cell Proliferation of
Breast Cancer. Chem Biol Drug Des (2014) 84(5):578-84. doi: 10.1111/cbdd.12348

19. Liu RY, Dong Z, Liu J, Zhou L, Huang W, Khoo SK, et al. Overexpression of
Asparagine Synthetase and Matrix Metalloproteinase 19 Confers Cisplatin
Sensitivity in Nasopharyngeal Carcinoma Cells. Mol Cancer Ther (2013) 12
(10):2157-66. doi: 10.1158/1535-7163.MCT-12-1190

20. Sircar K, Huang H, Hu L, Cogdell D, Dhillon J, Tzelepi V, et al. Integrative
Molecular Profiling Reveals Asparagine Synthetase Is a Target in Castration-
Resistant Prostate Cancer. Am ] Pathol (2012) 180(3):895-903. doi: 10.1016/
j.ajpath.2011.11.030

21. Zhang B, Dong L, Tan Y, Zhang J, Pan Y, Yang C, et al. Asparagine Synthetase
Is an Independent Predictor of Surgical Survival and a Potential Therapeutic
Target in Hepatocellular Carcinoma. Br ] Cancer (2013) 109(1):14-23.
doi: 10.1038/bjc.2013.293

22. Panosyan EH, Wang Y, Xia P, Lee WN, Pak Y, Laks DR, et al. Asparagine Depletion
Potentiates the Cytotoxic Effect of Chemotherapy Against Brain Tumors. Mol Cancer
Res (2014) 12(5):694-702. doi: 10.1158/1541-7786.MCR-13-0576

23. Tauziede-Espariat A, Bresson D, Polivka M, Bouazza S, Labrousse F, Aronica E,
et al. Prognostic and Therapeutic Markers in Chordomas: A Study of 287 Tumors.
J Neuropathol Exp Neurol (2016) 75(2):111-20. doi: 10.1093/jnen/nlv010

Frontiers in Oncology | www.frontiersin.org

September 2021 | Volume 11 | Article 698497


https://www.frontiersin.org/articles/10.3389/fonc.2021.698497/full#supplementary-material
https://www.frontiersin.org/articles/10.3389/fonc.2021.698497/full#supplementary-material
https://doi.org/10.1002/1097-0142(197308)32:2%3C410::aid-cncr2820320219%3E3.0.co;2-s
https://doi.org/10.1002/path.1711710404
https://doi.org/10.1016/s1470-2045(11)70337-0
https://doi.org/10.1016/s1470-2045(14)71190-8
https://doi.org/10.1038/nm0803-980a
https://doi.org/10.1038/nature13438
https://doi.org/10.1038/s41467-020-15283-z
https://doi.org/10.3390/cancers12041018
https://doi.org/10.1007/s00535-018-1489-4
https://doi.org/10.21873/cgp.20186
https://doi.org/10.1186/s12967-020-02254-7
https://doi.org/10.1186/s12967-020-02254-7
https://doi.org/10.1038/s41388-019-0938-8
https://doi.org/10.3389/fonc.2020.00493
https://doi.org/10.1002/9780470123188.ch5
https://doi.org/10.1002/9780470123188.ch5
https://doi.org/10.1042/bj1420027
https://doi.org/10.1152/ajpendo.1979.236.6.E746
https://doi.org/10.1002/bab.1383
https://doi.org/10.1111/cbdd.12348
https://doi.org/10.1158/1535-7163.MCT-12-1190
https://doi.org/10.1016/j.ajpath.2011.11.030
https://doi.org/10.1016/j.ajpath.2011.11.030
https://doi.org/10.1038/bjc.2013.293
https://doi.org/10.1158/1541-7786.MCR-13-0576
https://doi.org/10.1093/jnen/nlv010
https://www.frontiersin.org/journals/oncology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/oncology#articles

Shen et al.

ASNS in Chordoma

24.

25.

26.

27.

28.

29.

Tian K, Zhang H, Ma J, Wang K, Ru X, Du J, et al. Factors for Overall Survival in
Patients With Skull Base Chordoma: A Retrospective Analysis of 225 Patients.
World Neurosurg (2017) 97:39-48. doi: 10.1016/j.wneu.2016.09.055

Chambers KJ, Lin DT, Meier ], Remenschneider A, Herr M, Gray ST.
Incidence and Survival Patterns of Cranial Chordoma in the United States.
Laryngoscope (2014) 124(5):1097-102. doi: 10.1002/lary.24420

Samii A, Gerganov VM, Herold C, Hayashi N, Naka T, Mirzayan M]J, et al.
Chordomas of the Skull Base: Surgical Management and Outcome.
J Neurosurg (2007) 107(2):319-24. doi: 10.3171/JNS-07/08/0319

Zhang L, Kim S, Jia G, Buhmeida A, Dallol A, Wright WE, et al. Exome
Sequencing of Normal and Isogenic Transformed Human Colonic Epithelial
Cells (Hcecs) Reveals Novel Genes Potentially Involved in the Early Stages of
Colorectal Tumorigenesis. BMC Genomics (2015) 16 Suppl 1:S8. doi: 10.1186/
1471-2164-16-S1-S8

Scian MJ, Stagliano KE, Deb D, Ellis MA, Carchman EH, Das A, et al. Tumor-
Derived P53 Mutants Induce Oncogenesis by Transactivating Growth-
Promoting Genes. Oncogene (2004) 23(25):4430-43. doi: 10.1038/
sj.onc.1207553

Cui H, Darmanin S, Natsuisaka M, Kondo T, Asaka M, Shindoh M, et al.
Enhanced Expression of Asparagine Synthetase Under Glucose-Deprived
Conditions Protects Pancreatic Cancer Cells From Apoptosis Induced by

Glucose Deprivation and Cisplatin. Cancer Res (2007) 67(7):3345-55.
doi: 10.1158/0008-5472.CAN-06-2519

30. Fafournoux P, Bruhat A, Jousse C. Amino Acid Regulation of Gene Expression.
Biochem J (2000) 351(Pt 1):1-12. doi: 10.1042/0264-6021:3510001

Conflict of Interest: The authors declare that the research was conducted in the
absence of any commercial or financial relationships that could be construed as a
potential conflict of interest.

Publisher’s Note: All claims expressed in this article are solely those of the authors
and do not necessarily represent those of their affiliated organizations, or those of
the publisher, the editors and the reviewers. Any product that may be evaluated in
this article, or claim that may be made by its manufacturer, is not guaranteed or
endorsed by the publisher.

Copyright © 2021 Shen, Li, Xiong, Gui, Bai, Zhang and Li. This is an open-access
article distributed under the terms of the Creative Commons Attribution License
(CC BY). The use, distribution or reproduction in other forums is permitted, provided
the original author(s) and the copyright owner(s) are credited and that the original
publication in this journal is cited, in accordance with accepted academic practice. No
use, distribution or reproduction is permitted which does not comply with these terms.

Frontiers in Oncology | www.frontiersin.org

September 2021 | Volume 11 | Article 698497


https://doi.org/10.1016/j.wneu.2016.09.055
https://doi.org/10.1002/lary.24420
https://doi.org/10.3171/JNS-07/08/0319
https://doi.org/10.1186/1471-2164-16-S1-S8
https://doi.org/10.1186/1471-2164-16-S1-S8
https://doi.org/10.1038/sj.onc.1207553
https://doi.org/10.1038/sj.onc.1207553
https://doi.org/10.1158/0008-5472.CAN-06-2519
https://doi.org/10.1042/0264-6021:3510001
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/oncology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/oncology#articles

	Proteomics Analysis Identified ASNS as a Novel Biomarker for Predicting Recurrence of Skull Base Chordoma
	Introduction
	Materials and Methods
	Patients and Specimens
	Mass Spectrometric Detection and Proteomic Analysis
	Tissue Microarray
	Immunohistochemistry (IHC)
	Cell Culture and Small Interfering RNA Transfection
	Cell Growth and Colony Formation Assay
	Migration and Invasion Assay
	Protein Extraction and Western Blot Assay
	Statistical Analysis

	Results
	Screening and Identifying the Differentially Expressed Proteins in the Rapid-Recurrence Group and Slow-Recurrence Group of Skull Base Chordoma
	Relationship Between ASNS Expression and Tumor Recurrence
	Predicting Recurrence by a Nomogram
	Knockdown of ASNS Inhibited Cell Growth, Colony Formation, Migration, and Invasion of Chordoma Cells

	Discussion
	Conclusion
	Data Availability Statement
	Ethics Statement
	Author Contributions
	Funding
	Supplementary Material
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages false
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 1
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /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 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /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 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /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 ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /ENU (T&F settings for black and white printer PDFs 20081208)
  >>
  /ExportLayers /ExportVisibleLayers
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /BleedOffset [
        0
        0
        0
        0
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /ClipComplexRegions true
        /ConvertStrokesToOutlines false
        /ConvertTextToOutlines false
        /GradientResolution 300
        /LineArtTextResolution 1200
        /PresetName ([High Resolution])
        /PresetSelector /HighResolution
        /RasterVectorBalance 1
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks true
      /IncludeHyperlinks true
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MarksOffset 6
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /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 [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


