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Background: Renal cell carcinoma (RCC) is one of the most common malignant tumors
of the urinary system, of which the clear cell renal cell carcinoma (ccRCC) accounts for the
most subtypes. The increasing discoveries of abundant autophagy-related long non-
coding RNAs (ARLNRs) lead to a resurgent interest in evaluating their potential on
prognosis prediction. Based on a large number of ccRCC gene samples from TCGA
and clinics, ARLNRs analysis will provide a novel perspective into this field.

Methods: We calculated the autophagy scores of each sample according to the
expression levels of autophagy-related genes (ARGs) and screened the survival-related
ARLNRSs (sARLNRs) of ccRCC patients by Cox regression analysis. The high-risk group and
the low-risk group were distinguished by the median score of the autophagy-related risk
score (ARRS) model. The functional annotations were detected by gene set enrichment
analysis (GSEA) and principal component analysis (PCA). The expression levels of two kinds
of SARLNRs in the renal tumor and adjacent normal tissues and cell lines were verified.

Results: There were 146 ARLNRSs selected by Pearson analysis. A total of 30 sSARLNRs
were remarkably correlated with the clinical outcomes of ccRCC patients. Eleven
sARLNRs (AC002553.1, AC092611.2, AL360181.2, AP002807.1, AC098484.1,
AL513218.1, AC008735.2, MHENCR, AC020907.4, AC011462.4, and AC008870.2)
with the highest prognosis value were recruited to establish the ARRS in which the
overall survival (OS) in the high-risk group was shorter than that in the low-risk group.
ARRS could be treated as an independent prognostic factor and has significant
correlations with OS. The distributions of autophagy genes were different between the
high-risk group and the low-risk group. In addition, we also found that the expression
levels of AC098484.1 in ccRCC cell lines and tumor tissues were lower than those in HK-
2 and adjacent normal tissues, but AL513218.1 showed the inverse level. Furthermore,
the AC098484.1 expressed decreasingly with the more advanced T-stages, but
AL513218.1 gradually increased.
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Conclusion: Our study identified and verified some sARLNRs with clinical significances
and revealed their potential values on predicting prognoses of ccRCC patients, which may
provide a novel perspective for autophagy-related research and clinical decisions.

Keywords: ccRCC, autophagy-related genes, long non-coding RNAs, risk model, prognosis

INTRODUCTION

With the approximately 295,000 new cases and 134,000
deaths worldwide per year, renal cell carcinoma (RCC)
accounts for approximately 3% of adult malignancies, of which
clear cell RCC (ccRCC) is the most common histological subtype
(1, 2). It is well known that ccRCC is not sensitive to
chemotherapy and radiotherapy, especially in the advanced
ccRCC (3, 4). Hence, a series of explorations of replacement
therapies such as targeted therapy, anti-angiogenic therapy, and
immunotherapy have been motivated. With the rapid
development of bioinformatics analysis technology, a growing
number of attentions have been focused on the values of the risk
characteristics including clinical and molecular features on the
prognosis assessment of cancer patients (5, 6). Although
accumulated risk factors including glycolysis-related gene
characteristics (7, 8), autophagy-related gene characteristics (9,
10), and long noncoding RNAs (IncRNAs)-related
characteristics (11, 12) have been identified to show
satisfactory results on prediction outcomes of patients with
various malignancies including RCC, discovering more novel
evaluating methods to help make clinical decisions still received
enormous interest.

Autophagy is a lysosomal degradation pathway in the cellular
biology process, which plays a significant role on protecting cells
and tissues from stressors in normal physiological processes (13,
14). Emerging reports also highlighted the crucial effects of
autophagy on a variety of pathological processes of malignant
tumors, so the deeper associations between autophagy, tumor
characteristics, and clinical strategies including diagnosis,
treatment, and follow-up remain anticipated. Autophagy-
related genes (ARGs) have received wide attention because of
their attractive and viable predicting values of certain
malignancies (15, 16). Therefore, we attempt to discover
whether novel and sensitive autophagy-related biomarkers can
also provide the basis for making more personalized and
appropriate clinical decisions of patients with ccRCC.

LncRNA, a class of more than 200 nucleotides in length and
absenting of potential coding proteins, have been reported to be
involved in the occurrence, development, and metastasis of
tumors (17, 18). Additionally, a series of IncRNAs targeting
ARGs and regulating autophagy have also been identified. Three
IncRNAs (MBNLI1-AS1, HAND2-AS1, and MIR100HG) were

Abbreviations: ARGs, autophagy-related genes; ARLNRs, autophagy-related long
non-coding RNAs; ARRS, autophagy-related risk score model; ccRCC, clear cell
renal cell carcinoma; FBS, fetal bovine serum; GSEA, gene set enrichment analysis;
HR, Hazard ratio; IncRNAs, Long non-coding RNAs; OS, overall survival; PCA,
principal component analysis; RCC, Renal cell carcinoma; SARLNRs, survival-
related ARLNRs; TCGA, The Cancer Genome Atlas.

examined to predict the prognosis of gastric cancer patients (19).
LncRNAs DNAH17-AS1 and RP11-400N13.2 can predict the
prognosis of colorectal cancer patients (20). However, the
potential values of autophagy-related IncRNAs (ARLNRs) on
forecasting the prognosis of patients with ccRCC have been
poorly studied.

Therefore, we designed this study to give a perspective into the
clinical potential values of ARLNRs on prognosis prediction of
ccRCC patients. We detected some ARLNRs in the ccRCC
transcriptome database and clinical samples, combining their
clinical features, to find the connections between ARLNRs and
clinical outcomes of ccRCC patients. The present study focuses on
the underlying mechanisms and effects of ARLNRs on prognosis
of ccRCC, highlighting the notion that a novel and accurate
predicting model actually elicits a broad spectrum of effects that
provide foundations for making appropriate clinical strategies.

METHODS

Clinical Renal Samples and Human Renal
Cell Lines

We collected ccRCC and normal adjacent tissues of 186 patients
who were diagnosed with ccRCC by the First Affiliated Hospital of
Chongqing Medical University. Human normal renal cell line HK-
2 and renal cancer cell lines (786-0, RCC-23, RCC-JF, and CAKI)
were purchased from the American Type Culture Collection
(Manassas, Virginia, USA). Cells were cultured by DMEM and
1640 medium, which were supplemented with 10% fetal bovine
serum (FBS), 100 u/ml penicillin, and 100 mg/ml streptomycin
(Gibco, Gaithersburg, MD, USA). Cells were incubated at 37°C in
5% CO,. The medium was changed every 1-3 days.

Data Download and Pretreatment

We downloaded transcriptome RNA-sequences data of ccRCC
samples that contained data from 72 nontumor samples and 539
ccRCC samples from the TCGA data portal (https://portal.gdc.
cancer.gov/). Meanwhile, we downloaded and extracted the
clinical data of these samples (the OS of patients < 30 days
were excluded because these patients probably died of
unpredictable factors) (Supplementary File 1: Table S1).
These data were currently updated in September 08, 2020. We
combined RNA-sequences results into a matrix file and
converted the Ensembl IDs of RNA into a matrix of gene
symbols by Perl language (http://www.perl.org/). Next, we
downloaded the gene biotype file (GRCh38) from NCBI and
used the Perl language to distinguish between IncRNAs and
mRNAs. The autophagy-related genes (ARGs) were assessed
from the Human Autophagy Database (http://autophagy.lu/).
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Pearson correlation analysis was used to analyze the correlations
between ARGs and the expression levels of IncRNAs in ccRCC
patients. Autophagy-related long noncoding RNAs (ARLNRs)
were identified by a standard of |r[>0.7 and P<0.001
(Supplementary File 2).

Creation of the Autophagy-Related Risk
Score Model

ARLNRs correlated with overall survival in ccRCC patients were
confirmed as SARLNRs. sSARLNRs were selected by univariate
COX analysis (P<0.001). The protective and deleterious portion
of SARLNRs was detected by the Hazard ratio (HR). Multivariate
analysis was used to screen sARLNRs to establish the IRRS
model (P <0.05). In order to further detect the relationships
between sARLNRs and clinical features, we created an ARRS
model to divide ccRCC patients into the low-risk group and
the high-risk group. The ARRS model was established by the
expression data multiplied by Cox regression coefficients. The
formula was as follows: [Expression levels of AC002553.1 *
(-0.40913)] + [Expression levels of AC092611.2 * (-0.19811)] +
[Expression levels of AL360181.2 * (0.12365)] + [Expression
levels of AP002807.1 * (0.23705)] + [Expression levels of
AC098484.1 * (-0.37844)] + [Expression levels of AL513218.1 *
(0.54416)] + [Expression levels of AC008735.2 * (-0.21448)] +
[Expression levels of MHENCR * (-0.09323)] + [Expression
levels of AC020907.4 * (0.32531)] + [Expression levels of
ACO011462.4 * (0.13916)] + [Expression levels of AC008870.2 *
(0.86763)]. Patients were divided into high-risk and low-risk
groups based on the median risk score.

Real-Time Quantitative PCR

Triazole (TaKaRa) was used to extract the RNA from c¢cRCC cell
lines and clinical tissues according to the manufacturer’s
instructions. cDNA Synthesis Kit (TaKaRa) and RNA (1pg) were
utilized to reverse transcribed cDNA. The quantitative polymerase
chain reaction (QPCR) was run on an ABI 7500 real-time PCR
system (Applied Biosystems) by the SYBR-Green method
(TaKaRa). Relative expression levels of IncRNAs normalized to [3-
actin were calculated by the 27" method. The primer sequences
are shown in Table 1. There are three assays per cONA sample.

Bioinformatics Analysis

Pearson correlation analysis and univariate Cox analysis were
used to verify the SARLNRs. The ROC curves were drawn using
the survival ROC package of the R software. We used univariate

and multivariate Cox analysis to identify the independent
prognostic factors for ccRCC patients. Principal component
analysis (PCA) was used to display the autophagy expression
levels of ccRCC samples, and gene set enrichment analysis
(GSEA) was used to detect the different functional phenotype
between the low-risk group and the high-risk group. Nomogram
plot was used to evaluate the survival probabilities of ccRCC
patients by the rms package of the R software. We displayed
Pearson correlations analysis to detect the relationships between
IncRNAs and mRNAs by limma package of the R software.
Cytoscape software version 3.7.2 was used to demonstrate
IncRNAs-mRNAs coexpression results.

STATISTICAL ANALYSIS

All statistical analysis was conducted using the SPSS21.0 software
(SPSS Inc, Chicago, IL) and GraphPad Prism8 (GraphPad
Software Inc, La Jolla, CA). The clinical correlations were
determined by ANOVA, post-hoc test (Boferroni method), and
independent T-test. P<0.05 was considered to be of significant
statistical difference.

RESULTS
Acquisition of sARLNRs

Transcriptome and clinical data of ccRCC samples were
downloaded from the TCGA database. Next, the ensembl ID of
ccRCC transcriptome data were converted into the gene name.
We used the gene biotype file (GRCh38) from NCBI to
distinguish between IncRNAs and mRNAs and used the Perl
language. We screened 146 ARLNRs by Pearson correlation
analysis. Based on univariate Cox regression analysis, we
verified 30 ARLNRs correlated with overall survival
(sARLNRs), including AC002553.1, LENG8-AS1, AC092611.2,
AC129510.1, AC087741.1, AC092118.2, AL022328.3,
AL928654.2, LINC00174, AL391244.3, PTOV1-AS2, FAM13A-
AS1, AL360181.2, AL021707.6, AP002807.1, AC069281.2,
AC098484.1, AL513218.1, AC008735.2, AC012615.6,
AC006435.2, CCDC18-AS1, MHENCR, AC020907.4,
AC104564.3, LINC00115, RUSC1-AS1, AC011462.4,
AC004253.1, and AC008870.2. The forest map demonstrated
the correlations between 30 sARLNRs and the hazard ratio
clearly (Figure 1).

TABLE 1 | The primer sequences of AC098484.1 and AL513218.1.

AC098484.1 F primer (5’-3")
R primer (5’-3’)
AL513218.1 F primer (5’-3")
R primer (5’-3’)
B-actin F primer (5°-3")
R primer (5’-3’)

TAATGTCTCTTCCATCCGGCTCT
ACTCCGATGATACTTGGTTGCT

CTCAGTGACCATCTGCACATC
CTCTGTCCCCTTAGTTACCAT

AAACGTGCTGCTGACCGAG
TAGCACAGCCTGGATAGCAAC

F primer, forward primer; R primer, reverse primer.
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Construction of the ARRS Model

The 11 sARLNRs (AC002553.1, AC092611.2, AL360181.2,
AP002807.1, AC098484.1, AL513218.1, AC008735.2,
MHENCR, AC020907.4, AC011462.4, and AC008870.2)
(p<0.05) among the 30 SARLNRs were used to establish the
ARRS model, of which the patients with ccRCC were divided
into the high-risk group and the low-risk group (Figure 2A). In
order to detect the relationships between 11 sARLNRs and
prognosis, we draw the survival curves of these SARLNRs. The

results demonstrated that the higher expression levels of
AC092611.2 and AC098484.1 were correlated with the poorer
OS, while the higher expression levels of AC002553.1,
AL360181.2, AP002807.1, AL513218.1, AC008735.2,
MHENCR, AC020907.4, AC011462.4, and AC008870.2 were
related with longer OS (Supplementary File 3: Figure S1). The
mortality rate of the high-risk group was higher than that of the
low-risk group (Figure 2B). With the increase in the risk score,
the expression levels of AC002553.1, AL360181.2, AP002807.1,

pvalue
AC002553.1 <0.001
LENG8-AS1 <0.001
AC092611.2 <0.001
AC129510.1 <0.001
AC087741.1 <0.001
AC092118.2 <0.001
AL022328.3 <0.001
AL928654.2 <0.001
LINC00174 <0.001
AL391244.3 <0.001
PTOV1-AS2 <0.001
FAM13A-AS*0.001
AL360181.2 <0.001
AL021707.6 <0.001
AP002807.1 <0.001
AC069281.2 <0.001
AC098484.1 <0.001
AL513218.1 <0.001
AC008735.2 <0.001
AC012615.6 <0.001
AC006435.2 <0.001
CCDC18-AS%0.001
MHENCR  <0.001
AC020907.4 <0.001
AC104564.3 <0.001
LINC00115 <0.001
RUSC1-AS1<0.001
AC011462.4 <0.001
AC004253.1 <0.001
AC008870.2 <0.001

Hazard ratio
1.320(1.162-1.500)
1.124(1.066-1.184)
0.628(0.524-0.754)
1.447(1.260-1.662)
1.303(1.170-1.451)
1.565(1.275-1.921)
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1.623(1.378-1.911)
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1.129(1.069-1.192)
1.485(1.318-1.674)
1.982(1.603-2.451)
0.535(0.425-0.671)
1.686(1.417-2.006)

)
)
)
)
)
)
)
)
)
)
)
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1.086(1.044-1.130
1.481(1.227-1.789
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2.211(1.722-2.839
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FIGURE 1 | Survival-related ARLNRs forest plot. The hazard ratios of survival-related ARLNRs (AC002553.1, LENG8-AS1, AC092611.2, AC129510.1, AC087741.1,
AC092118.2, AL022328.3, AL928654.2, LINCO0174, AL391244.3, PTOV1-AS2, FAM13A-AS1, AL360181.2, AL021707.6, AP002807.1, AC069281.2, AC098484.1,
AL513218.1, AC008735.2, AC012615.6, AC006435.2, CCDC18-AS1, MHENCR, AC020907.4, AC104564.3, LINC00115, RUSC1-AS1, AC011462.4, AC004253.1,
and AC008870.2) were showed in the forest plot. Red parts represent upregulated sARLNRs, and green parts represent downregulated sARLNRs.
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AL513218.1, AC008735.2, MHENCR, AC020907.4, AC011462.4,
and AC008870.2 were elevated, but the expression levels of
AC092611.2 and AC098484.1 were decreased (Figure 2C). The
AUC of 5 years ROC curve of the ARRS model was 0.733
(Figure 3A). The OS of the low-risk group was remarkably
longer than that of the high-risk group (Figure 3B).

The Relationships of sSARLNRs and ARGs
In consideration of the fact that SARLNRs and ARGs can influence
the occurrence, development, and progression of cancer, the
IncRNAs-mRNAs coexpression relationship network was
established by the Cytoscape software (Figures 4A, B). There
was a significant correlation between 11 SARLNRs and 4 ARGs
(r>0.7 p<0.001). The Sankey diagram was drawn to demonstrate
the co-occurrences of SARLNRs and ARGs. The results showed
that ATG16L2 in autophagy-related mRNAs may be the main
components. In addition, AC092611.2 and AC098484.1 could be
severed as the protective portion, while the rest of SARLNRs were
the risk portion.

The Correlations of Clinical Features and
ARRS Model

In order to further detect the underlying clinical values of the
ARRS model, we analyzed the relationships of ARRS and the
clinical and demographic features, such as age, stage, grade, T-
stage, N-stage and M-stage. We discovered that the expression
levels of AC092611.2 and AC098484.1 were increased in the

early stage, grade, T-stage, N-stage, and M-stage (Figures 5A-E);
the expression levels of AL513218.1 were enhanced in the
advanced stage, grade, T-stage, and M-stage; the expression
levels of AP002807.1 and MHENCR were decreased in the
early stage and T-stage; the expression levels of AC008870.2
were decreased in the early T-stage. Furthermore, we used Cox
regressive analysis to detect whether the ARRS model can be
served as the independent prognostic factor; the results showed
age, grade, stage, T-stage, N-stage, M-stage, and ARRS were
remarkably related with the prognosis of ccRCC patients in
univariate Cox analysis (P<0.05). But in the multivariate Cox
analysis, only age, grade, and ARRS were significantly correlated
with the ccRCC patients’ prognosis (Table 2). The ROC curve
represents the accuracy of the risk score model. The Area Under
the Curve (AUC) of ARRS, age, gender, grade, stage, T-stage, N-
stage, and M-stage are 0.764, 0.581, 0.492, 0.664, 0.714, 0.677,
0.625, and 0.554, respectively (Figure 6). These results suggested
that the ARRS was a reliable independent prognostic factor.

To further detect the clinical application of ARRS, we
established a nomogram of ccRCC patients by using the
multivariate Cox analysis of clinical features and risk score
(Figure 7A). We normalized the points of each ccRCC patient
to a distribution of 0 to 100. We could forecast the survival
probability of ccRCC patients in 1, 3, and 5 years by drawing a
vertical line from the total points axis to each prognosis axis. The
calibration curve of the nomogram of 1, 3, and 5 years showed
that the nomogram would be a new reliable and accurate method
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for doctors to predict the prognosis of ccRCC patients
(Figures 7B-D).

Analysis of the Autophagy Status of the
High- and Low-Risk Groups

Based on the genome-wide expression sets and the ARG sets, we
used the principal component analysis (PCA) to discover the
different autophagy distribution patterns between the high-risk
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FIGURE 5 | The relationships between the clinical features and sARLNRs. Relationships between 11 sARLNRs (AC002553.1, AC092611.2, AL360181.2,
AP002807.1, AC098484.1, AL513218.1, AC008735.2, MHENCR, AC020907.4, AC011462.4, and AC008870.2) and clinical features were shown in (A-E). The
expression levels of AL513218.1 were decreased in the early stage, grade, T-stage, and M-stage; the expression levels of AP002807.1 and MHENCR were
increased in the advanced stage and T-stage; the expression levels of AC008870.2 were enhanced in the advanced T-stage. (***p < 0.001; **p < 0.01; *p < 0.05;
ns = p > 0.05).

group and the low-risk group. The high-risk group and the low-
risk group were separated into two parts of which the low-risk
group had lower autophagy scores than the high-risk group in the
ARG sets (Figure 8A). On the other hand, we could not find the
separation of the high and low-risk groups by the genome-wide
expression sets (Figure 8B). According to the results of GSEA, the
low-risk group had the negative correlations of the MTOR signaling
pathway and autophagy in cancer (p<0.05) (Figures 8C, D).

Frontiers in Oncology | www.frontiersin.org

August 2021 | Volume 11 | Article 711736


https://www.frontiersin.org/journals/oncology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/oncology#articles

Lietal

A Prognostic Model for ccRCC

TABLE 2 | Univariate and multivariate COX analysis of ccRCC.

Variables Univariate analysis Multivariate analysis P value
HR HR 95% low HR 95% high P value HR HR 95% low HR 95% high

Age 1.019 1.001 1.037 0.031 1.033 1.013 1.054 0.001
Gender 1.073 0.700 1.645 0.745 1.459 0.909 2.342 0.117
Grade 2.257 1.687 3.018 4.101e-08 1.475 1.047 2.078 0.025
Stage 1.898 1.566 2.301 6.391e-11 1.301 0.780 2171 0.312
T-stage 1.977 1.559 2.508 1.866e-08 1.047 0.654 1.675 0.848
M-stage 4.262 2.749 6.608 9.129e-11 1.869 0.831 4.206 0.130
N-stage 3.035 1.568 5.873 0.001 1.362 0.647 2.868 0.415
Risk score 1.316 1.214 1.427 2.319e-11 1.214 1.104 1.334 5.656e-05

HR, Hazard Ratio.

AC098484.1 Was Downregulated but
AL513218.1 Was Overexpressed,
Especially in Patients With Advanced
T-Stages

In hopes of further verifying the clinical values of the ARRS
model, the focus next turned toward the detections of some
sARLNRs involved in the model in various samples in vitro and
in vivo. The results of RT-qPCR showed that the expression level
of AC098484.1 in ccRCC cell lines (7860, CAKI-1, RCC23,
RCCJF) was remarkably lower than that in the renal tubular
epithelial cell line (HK2), but AL513218.1 showed a reverse trend
(Figure 9A). To investigate the associations of the SARLNRs
with clinicopathologic characteristics, we examined the
expression levels of AL513218.1 and AC098484.1 in ccRCC
samples of various T-stages. As illustrated in Figure 9B,
compared with the adjacent normal tissues, AC098484.1
expressed less in ccRCC tissues, and the decreasing trend was
more significant in samples of more advanced T-stages
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FIGURE 6 | Multi-receiver operating characteristic (ROC) curves. The prognostic
value of the independent prognosis factors was indicated by ROC curves.

(Figure 9C); however, AL513218.1 was upregulated in ccRCC
tissues (Figure 9B), especially in more advanced T-
stages (Figure 9C).

DISCUSSION

The significance of autophagy in occurrence, progression, and
prognosis of tumors has inspired more explorations of the
potentials of ARGs on identifying some autophagy-related
biomarkers to predict the prognosis of various malignancies.
Although a class of microRNAs, IncRNAs, and immune-related
biomarkers has offered increasing options for clinic, the
discovery of the predictive effects of SARLNRs on ccRCC is
still in its infancy.

Accumulated evidence indicates that autophagy is a relatively
conservative process in normal physiological processes, but the
correlations between tumors and autophagy remain
controversial (21, 22). The roles of autophagy are dynamic in
different stages of tumorigenesis and development, with a
possible inhibitor of occurrence of tumors at the early stage
but an underlying pro-tumoral factor for invasion and metastasis
at the late stage (23). Although certain autophagy-related
mRNAs and miRNAs have been verified to predict the survival
of ccRCC patients and a large number of risk score models based
on differentially expressed ARGs and autophagy-related
miRNAs have been established to forecast survival (24, 25),
most reports indicated these ARGs, absence in the missions of
encoding proteins; therefore, IncRNAs gain more specificity on
evaluating tumor actual conditions than other types of
biomarkers. Given the inherent advantages of IncRNAs on
cancer biological processes and the remarkable autophagy
correlation of ARLNRs, exploring their values on predicting
the prognosis of patients with ccRCC is eagerly awaited.

In the present study, 611 ccRCC patients were selected in
TCGA for IncRNAs; combining with ARGs screened in the
Human Autophagy Database (http://autophagy.lu/), 146
ARLNRs were verified eventually. We found the relationships
of the prognosis of patients with ccRCC and the expression levels
of the 146 ARLNRs, of which 30 ARLNRs had remarkable
correlations with OS. We further verified 11 sARLNRs to
create a risk score model that had the potential ability to
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distinguish patients with ccRCC into the low-risk group and the
high-risk group with the differences of OS by multivariate Cox
analysis and the risk score model. We also found the
relationships between ARGs and sARLNRs. As a result of the
molecular heterogeneity, we further detected that the predicting
value of the 11 sARLNRs can be served as independent of the
traditional risk factor and molecular characteristics by univariate
and multivariate Cox analysis. The nomogram and calibration
curve results showed that ARRS could be a reliable method to
predict the OS of ccRCC patients accurately. The principal
component analysis (PCA) method was utilized to detect the
differences between the low-risk group and the high-risk group
by the genome-wide set and the ARG expression set. According
to the ARG set, the low-risk group and the high-risk group
tended to be divided into two parts, with the low-risk group
having lower autophagy scores than the high-risk group. When

PCA was analyzed based on the genome-wide expression set, the
autophagy status of these groups showed no remarkable
separation. To further identify the functional annotation,
GSEA was employed, and we found the more abundant
autophagy-related pathways and processes in the high-risk
group, such as the MTOR signaling pathway and autophagy in
cancer. These results indicated that the risk forecasting scores
based on the 11 SARLNRs can contribute to verifying the high-
risk patients from the ccRCC patients with the same clinical
characteristics or molecular characteristics; hence choosing an
appropriate and individualized therapeutic strategy.

The values of ATGs in the present study were also supported
by other studies of different centers. Daniela et al. demonstrated
the significant effect of a prognostic model consisting of WIPI1,
BAGI, and PEX3 autophagy-related genes in melanoma (26).
Besides, Gu et al. proposed autophagy-related prognostic
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FIGURE 8 | The principal components analysis (PCA) and gene set enrichment analysis (GSEA). The high-risk group and the low-risk group tended to express
different autophagy status. PCA among the high-risk group and the low-risk group based on the autophagy-related gene sets (A). PCA among the high-risk group
and the low-risk group based on the whole protein-coding gene sets (B). GSEA implied remarkable enrichments of autophagy in cancer and autophagy-related

signature (BCL2, BIRC5, EIF4EBP1, EROIL, FOS, GAPDH,
ITPRI, and VEGFA) for predicting the prognosis of breast
cancer (27). The predicting value of 11 sARLNRs (U62317.4,
LINCO01016, LINC02166, C60rf99, LINC00992, BAIAP2-DT,
AC245297.3, AC090912.1, Z68871.1, LINC00578, and
LINCO01871) was also identified in breast cancer (9). Luan et al.
developed a risk score model based on 10 SARLNRs (PCBP1-
AS1, TP53TG1, DHRS4-AS1, ZNF674-AS1, GABPB1-AS1,
DDX11-AS1, SBF2-AS1, MIR4453HG, MAPKAPKS5-AS1, and
COX10-AS1) to forecast the prognosis of glioma cancer patients
(28). In spite of the features and importance of some ARGs and
LNRNAs on tumor occurrence, development, progression, and
autophagy responses have been revealed in some cancers, the
genome-wide and completed analysis to identify more accurate
and sensitive ARLNRs, especially in forecasting prognosis,
remains sparse. Therefore, we employed a lot of ccRCC

patients willing to join in the present research to further
enhance the persuasion of clinical evidences. The verification
results illustrated that the specific SARLNRs in the ARRS model
indeed can be served as individual molecular biomarkers to
evaluate the infiltration of autophagy and forecast OS of
ccRCC patients. Although certain IncRNAs that were identified
in Xuan’s study overlapped with our model, the ARRS model in
the present study was generally quite different from Xuan’s
model (29). Firstly, we combined the basic experiments such as
qPCR to verify the expression level and clinical significance of
ARLNRs, which were enrolled in the ARRS model in high
amounts of clinical samples. Thus, we ascertained the
prominent differences between AC098484.1 and AL513218.1 in
various T-stages. These results further increase the feasibility and
credibility of the ARRS model by which evaluated the prognosis
of ccRCC patients. Besides, in this study, we also identified and
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verified some different ARLNRs that were used to establish the
ARRS model; hence, more ccRCC-related biomarkers
were supplemented.

In spite of the fact that we detected the effects of some
SARLNRs on predicting the prognosis of ccRCC patients and
further verified the expression levels of AL513218.1 and
AC098484.1 in tumor tissues and ccRCC cell lines, there
remain some limitations. Firstly, the clinical application values
of these SARLNRs remain undefined. Then, in addition to
AL513218.1 and AC098484.1, other sARLNRs included in the
ARRS model should also be detected. Thirdly, we did not split
the data into training and testing sets. Additionally, further
verifications of the involved sARLNRs and autophagy are
insufficient. Finally, in this study, we have displayed GSEA to
predict the autophagy-related pathways of these IncRNAs, but
more experimental methods including western blot and
transmission electron microscope should be utilized to detect
autophagy-related protein expression and autophagic structures,
and to better validate the autophagic relevance of ARLNRs.

CONCLUSION

In conclusion, we analyzed and verified the significant roles of
SARLNRs on predicting the clinical outcomes of ccRCC patients.
Our results establish a sensitive and accurate risk score model to

evaluate the outcomes of ccRCC patients, and provide a novel
perspective into further studies of autophagy, LNRNAs, and
ccRCC prognosis.

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 authors.

ETHICS STATEMENT

The studies involving human participants were reviewed and
approved by The First Affiliated Hospital of Chongqing Medical
University. The patients/participants provided their written
informed consent to participate in this study.

AUTHOR CONTRIBUTIONS

SL, XL, and XG designed and directed the research. FL was
responsible for the paper writing and data analysis. ZW collected

Frontiers in Oncology | www.frontiersin.org 11

August 2021 | Volume 11 | Article 711736


https://www.frontiersin.org/journals/oncology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/oncology#articles

Lietal

A Prognostic Model for ccRCC

the samples. HY verified the gene expression levels. All authors
contributed to the article and approved the submitted version.

SUPPLEMENTARY MATERIAL

The Supplementary Material for this article can be found online at:
https://www.frontiersin.org/articles/10.3389/fonc.2021.711736/
full#supplementary-material

REFERENCES

1.

10.

11.

12.

13.

14.

Albiges L, Powles T, Staehler M, Bensalah K, Giles R, Hora M, et al. Updated
European Association of Urology Guidelines on Renal Cell Carcinoma:
Immune Checkpoint Inhibition Is the New Backbone in First-Line
Treatment of Metastatic Clear-Cell Renal Cell Carcinoma. Eur Urol (2019)
76:151-6. doi: 10.1016/j.eururo.2019.05.022

. Avulova S, Cheville ], Lohse C, Gupta S, Potretzke T, Tsivian M, et al. Grading

Chromophobe Renal Cell Carcinoma: Evidence for a Four-Tiered
Classification Incorporating Coagulative Tumor Necrosis. Eur Urol (2020)
79(2):225-31. doi: 10.1016/j.eururo.2020.10.007

. Jonasch E, Walker C, Rathmell W. Clear Cell Renal Cell Carcinoma Ontogeny

and Mechanisms of Lethality. Nat Rev Nephrol (2021) 17(4):245-61.
doi: 10.1038/s41581-020-00359-2

. Ficial M, Jegede O, Sant'Angelo M, Hou Y, Flaifel A, Pignon J, et al.

Expression of T-Cell Exhaustion Molecules and Human Endogenous
Retroviruses as Predictive Biomarkers for Response to Nivolumab in
Metastatic Clear Cell Renal Cell Carcinoma. Clin Cancer Res (2020) 27
(5):1371-80. doi: 10.1158/1078-0432.Ccr-20-3084

. Kwan J, Famiyeh P, Su J, Xu W, Kwan B, Jones J, et al. Development and

Validation of a Risk Model for Breast Cancer-Related Lymphedema.
JAMA Netw Open (2020) 3:€2024373. doi: 10.1001/jamanetworkopen.
2020.24373

. Wen D, Zhao X, You Y, Liu ZJ. Systematic Analysis of Immune-Related

Genes Based on a Combination of Multiple Databases to Build a Diagnostic
and a Prognostic Risk Model for Hepatocellular Carcinoma. Cancer
Immunol Immunother (2021) 70(3):773-86. doi: 10.1007/s00262-020-
02733-2

. Kang H, Wang N, Wang X, Zhang Y, Lin S, Mao G, et al. A Glycolysis-Related

Gene Signature Predicts Prognosis of Patients With Esophageal
Adenocarcinoma. Aging (Albany NY) (2020) 12(24):25828-44.
doi: 10.18632/aging.104206

. Zhang L, Zhang Z, Yu Z. Identification of a Novel Glycolysis-Related Gene

Signature for Predicting Metastasis and Survival in Patients With Lung
Adenocarcinoma. | Transl Med (2019) 17:423. doi: 10.1186/s12967-019-
02173-2

. LiX, Jin F, Li YJ. A Novel Autophagy-Related IncRNA Prognostic Risk Model

for Breast Cancer. J Cell Mol Med (2020) 25(1):4-14. doi: 10.1111/
jemm.15980

Zhu L, Dong L, Feng M, Yang F, Jiang W, Huang Z, et al. Profiles of
Autophagy-Related Genes in Esophageal Adenocarcinoma. BMC Cancer
(2020) 20:943. doi: 10.1186/512885-020-07416-w

Tang P, Xie M, Wei Y, Xie X, Chen D, Jiang Z, et al. A 10-Long Non-Coding
RNA-Based Expression Signature as a Potential Biomarker for Prognosis of
Acute Myeloid Leukemia. Med Sci Monit (2019) 25:4999-5004. doi: 10.12659/
msm.917182

Ragusa M, Barbagallo C, Statello L, Condorelli A, Battaglia R, Tamburello L,
et al. Non-Coding Landscapes of Colorectal Cancer. World ] Gastroenterol
(2015) 21:11709-39. doi: 10.3748/wjg.v21.i41.11709

Dong X, Yang Y, Zou Z, Zhao Y, Ci B, Zhong L, et al. Sorting Nexin 5
Mediates Virus-Induced Autophagy and Immunity. Nature (2020) 589
(7842):456-61. doi: 10.1038/s41586-020-03056-z

Kuang Y, Zheng X, Zhang L, Ai X, Venkataramani V, Kilic E, et al. Adipose-
Derived Mesenchymal Stem Cells Reduce Autophagy in Stroke Mice by

Supplementary Table 1 | The clinical information of ccRCC samples in
TCGA database.

Supplementary Data Sheet 1 | The expression information of autophagy-
related long non-coding RNAs.

Supplementary Figure 1 | The Kaplan-Meier analysis of AC092611.2,
AC098484.1, AC002553.1, AL360181.2, AP002807.1, AL513218.1,
AC008735.2, MHENCR, AC020907.4, AC011462.4 and AC008870.2.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

Extracellular Vesicle Transfer of miR-25. J Extracell Vesicles (2020) 10:
€12024. doi: 10.1002/jev2.12024

Abd El Maksoud A, Elebeedy D, Abass N, Awad A, Nasr G, Roshdy T, et al.
LegionellaMethylomic Changes of Autophagy-Related Genes by Effector
Lpg2936 in Infected Macrophages. Front Cell Dev Biol (2019) 7:390.
doi: 10.3389/fcell.2019.00390

Lin J, Lin NJG. A Risk Signature of Three Autophagy-Related Genes for
Predicting Lower Grade Glioma Survival is Associated With Tumor Immune
Microenvironment. Genomics (2020) 113(1 Pt 2):767-77. doi: 10.1016/
j-ygeno.2020.10.008

Palazzo A, Koonin EJC. Functional Long Non-Coding RNAs Evolve
From Junk Transcripts. Cell (2020) 183:1151-61. doi: 10.1016/
j.cell.2020.09.047

Zhou B, Ji B, Liu K, Hu G, Wang F, Chen Q, et al. EVLncRNAs 2.0: An
Updated Database of Manually Curated Functional Long non-Coding RNAs
Validated by Low-Throughput Experiments. Nucleic Acids Res (2020) 49(D1):
D86-91. doi: 10.1093/nar/gkaal076

LiY,MaD, Li T, Yin Y. Identification of Functional Long non-Coding RNAs
in Gastric Cancer by Bioinformatics Analysis. Int ] Exp Pathol (2020) 101:96—
105. doi: 10.1111/iep.12350

Zhou W, Pan B, Liu L. Integrated Bioinformatics Analysis Revealing
Independent Prognostic Long non-Coding RNAs DNAH17-AS1 and RP11-
400N13.2 and Their Potential Oncogenic Roles in Colorectal Cancer. Oncol
Lett (2019) 18:3705-15. doi: 10.3892/01.2019.10730

Lee C, Wilfling F, Ronchi P, Allegretti M, Mosalaganti S, Jentsch S, et al.
Selective Autophagy Degrades Nuclear Pore Complexes. Nat Cell Biol (2020)
22:159-66. doi: 10.1038/s41556-019-0459-2

Kong E, Kim H, Kim J. Deleting Key Autophagy Elongation Proteins Induces
Acquirement of Tumor-Associated Phenotypes via ISG15. Cell Death Differ
(2020) 27:2517-30. doi: 10.1038/s41418-020-0519-y

Chavez-Dominguez R, Perez-Medina M, Lopez-Gonzalez J, Galicia-Velasco
M, Aguilar-Cazares D. The Double-Edge Sword of Autophagy in Cancer:
From Tumor Suppression to Pro-Tumor Activity. Front Oncol (2020)
10:578418. doi: 10.3389/fonc.2020.578418

Pourhanifeh M, Vosough M, Mahjoubin-Tehran M, Hashemipour M, Nejati
M, Abbasi-Kolli M, et al. Autophagy-Related microRNAs: Possible Regulatory
Roles and Therapeutic Potential in and Gastrointestinal Cancers. Pharmacol
Res (2020) 161:105133. doi: 10.1016/j.phrs.2020.105133

Sharma P, Dando I, Strippoli R, Kumar S, Somoza A, Cordani M, et al.
Nanomaterials for Autophagy-Related miRNA-34a Delivery in Cancer
Treatment. Front Pharmacol (2020) 11:1141. doi: 10.3389/fphar.
2020.01141

D’Arcangelo D, Giampietri C, Muscio M, Scatozza F, Facchiano F, Facchiano
A, et al. WIPI1, BAGI, and PEX3 Autophagy-Related Genes Are Relevant
Melanoma Markers. Oxid Med Cell Longev (2018) 2018:1471682.
doi: 10.1155/2018/1471682

Gu Y, Li P, Peng F, Zhang M, Zhang Y, Liang H, et al. Autophagy-Related
Prognostic Signature for Breast Cancer. Mol Carcinog (2016) 55:292-9.
doi: 10.1002/mc.22278

Luan F, Chen W, Chen M, Yan J, Chen H, Yu H, et al. An Autophagy-Related
Long non-Coding RNA Signature for Glioma. FEBS Open Bio (2019) 9:653—
67. doi: 10.1002/2211-5463.12601

Xuan Y, Chen W, Liu K, Gao Y, Zuo S, Wang B, et al. A Risk Signature With
Autophagy-Related Long Noncoding RNAs for Predicting the Prognosis of

Frontiers in Oncology | www.frontiersin.org

August 2021 | Volume 11 | Article 711736


https://www.frontiersin.org/articles/10.3389/fonc.2021.711736/full#supplementary-material
https://www.frontiersin.org/articles/10.3389/fonc.2021.711736/full#supplementary-material
https://doi.org/10.1016/j.eururo.2019.05.022
https://doi.org/10.1016/j.eururo.2020.10.007
https://doi.org/10.1038/s41581-020-00359-2
https://doi.org/10.1158/1078-0432.Ccr-20-3084
https://doi.org/10.1001/jamanetworkopen.2020.24373
https://doi.org/10.1001/jamanetworkopen.2020.24373
https://doi.org/10.1007/s00262-020-02733-2
https://doi.org/10.1007/s00262-020-02733-2
https://doi.org/10.18632/aging.104206
https://doi.org/10.1186/s12967-019-02173-2
https://doi.org/10.1186/s12967-019-02173-2
https://doi.org/10.1111/jcmm.15980
https://doi.org/10.1111/jcmm.15980
https://doi.org/10.1186/s12885-020-07416-w
https://doi.org/10.12659/msm.917182
https://doi.org/10.12659/msm.917182
https://doi.org/10.3748/wjg.v21.i41.11709
https://doi.org/10.1038/s41586-020-03056-z
https://doi.org/10.1002/jev2.12024
https://doi.org/10.3389/fcell.2019.00390
https://doi.org/10.1016/j.ygeno.2020.10.008
https://doi.org/10.1016/j.ygeno.2020.10.008
https://doi.org/10.1016/j.cell.2020.09.047
https://doi.org/10.1016/j.cell.2020.09.047
https://doi.org/10.1093/nar/gkaa1076
https://doi.org/10.1111/iep.12350
https://doi.org/10.3892/ol.2019.10730
https://doi.org/10.1038/s41556-019-0459-2
https://doi.org/10.1038/s41418-020-0519-y
https://doi.org/10.3389/fonc.2020.578418
https://doi.org/10.1016/j.phrs.2020.105133
https://doi.org/10.3389/fphar.2020.01141
https://doi.org/10.3389/fphar.2020.01141
https://doi.org/10.1155/2018/1471682
https://doi.org/10.1002/mc.22278
https://doi.org/10.1002/2211-5463.12601
https://www.frontiersin.org/journals/oncology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/oncology#articles

Lietal

A Prognostic Model for ccRCC

Clear Cell Renal Cell Carcinoma: Based on the TCGA Database and
Bioinformatics. Dis Markers (2021) 2021:8849977. doi: 10.1155/2021/
8849977

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 Li, Yu, Wei, Gou, Liang and Liu. 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

August 2021 | Volume 11 | Article 711736


https://doi.org/10.1155/2021/8849977
https://doi.org/10.1155/2021/8849977
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/oncology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/oncology#articles

	A Novel Prognostic Model Based on Autophagy-Related Long Non-Coding RNAs for Clear Cell Renal Cell Carcinoma
	Introduction
	Methods
	Clinical Renal Samples and Human Renal Cell Lines
	Data Download and Pretreatment
	Creation of the Autophagy-Related Risk Score Model
	Real-Time Quantitative PCR
	Bioinformatics Analysis

	Statistical Analysis
	Results
	Acquisition of sARLNRs
	Construction of the ARRS Model
	The Relationships of sARLNRs and ARGs
	The Correlations of Clinical Features and ARRS Model
	Analysis of the Autophagy Status of the High- and Low-Risk Groups
	AC098484.1 Was Downregulated but AL513218.1 Was Overexpressed, Especially in Patients With Advanced T-Stages

	Discussion
	Conclusion
	Data Availability Statement
	Ethics Statement
	Author Contributions
	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 false
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages false
  /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 false
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages false
  /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 false
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 300
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages false
  /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


