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Background: Glioma is the most frequent brain malignancy presenting very poor
prognosis and high recurrence rate. Focal adhesion complexes play pivotal roles in cell
migration and act as hubs of several signaling pathways.

Methods: We used bioinformatic databases (CGGA, TCGA, and GEO) and identified a
focal adhesion-related differential gene expression (FADG) signature by uniCox and
LASSO regression analysis. We calculated the risk score of every patient using the
regression coefficient value and expression of each gene. Survival analysis, receiver
operating characteristic curve (ROC), principal component analysis (PCA), and stratified
analysis were used to validate the FADG signature. Then, we conducted GSEA to identify
the signaling pathways related to the FADG signature. Correlation analysis of risk scores
between the immune checkpoint was performed. In addition, the correlation of risk scores
and genes related with DNA repair was performed. CIBERSORT and ssGSEA were used
to explore the tumor microenvironment (TME). A nomogram that involved our FADG
signature was also constructed.

Results: In total, 1,726 (528 patients diagnosed with WHO II, 591 WHO lll, and 603 WHO
IV) cases and 23 normal samples were included in our study. We identified 29 prognosis-
related genes in the LASSO analysis and constructed an eight FADG signature. The
results from the survival analysis, stratified analysis, ROC curve, and univariate and
multivariate regression analysis revealed that the prognosis of the high-risk group was
significantly worse than the low-risk group. Correlation analysis between risk score and
genes that related with DNA repair showed that the risk score was positively related with
BRCAT, BRCA2, RAD51, TGFB1, and TP53. Besides, we found that the signature could
predict the prognosis of patients who received radiation therapy. SsSGSEA indicated that
the high-risk score was positively correlated with the ESTIMATE, immune, and stromal
scores but negatively correlated with tumor purity. Notably, patients in the high-risk group
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had a high infiltration of immunocytes. The correlation analysis revealed that the risk score
was positively correlated with B7-H3, CTLA4, LAG3, PD-L1, and TIM3 but inversely

correlated with PD-1.

Conclusion: The FADG signature we constructed could provide a sensitive prognostic
model for patients with glioma and contribute to improve immunotherapy management

guidelines.

Keywords: focal adhesion, glioma, prognosis, radiation response, tumor microenvironment, immune checkpoints

INTRODUCTION

Glioma account for the largest proportion of malignant
craniocerebral tumors (1). The currently available treatments
include total resection, radiotherapy, and chemotherapy. The
National Comprehensive Cancer Network (NCCN) guideline
recommends chemoradiation +/- tumor treatment fields (TTFs)
for adjuvant treatment in primary diagnosed GBMs. Clinical
cancer studies have advanced in recent years, although the overall
survival (OS) has not improved (2). Patients with high-grade glioma
who receive concurrent temozolomide and postoperative radiation
achieve a median survival of only 14.6 months. Meanwhile, patients
receiving radiotherapy alone achieve a median survival of only 12.1
months. Glioma are highly aggressive and have high fatality rates (3).
Glioma has been classified into four grades by the World Health
Organization (WHO) 2016 Classification of glioma. Low-grade
glioma (WHO II) includes oligodendrogliomas and astrocytomas,
while WHO III includes anaplastic oligodendrogliomas, anaplastic
astrocytomas, anaplastic oligoastrocytomas, and anaplastic
ependymomas. Glioblastoma (GBM) has been defined as high-
grade glioma, which is resistant to chemoradiotherapy (4).
Immunotherapy is an emerging method of treatment for several
kinds of cancer, such as breast cancer, lung cancer, and prostate
cancer (5, 6). However, there is no efficient treatment for
progressive disease in glioma and there is an urgent need for
efficient management strategies.

Focal adhesion involves multiprotein complexes that act to
anchor the actin cytoskeleton to the extracellular matrix (ECM).
These complexes consist of integrins and actins, structural
proteins including vinculin, talins, and signaling molecules
such as focal adhesion kinase (7). In cancer cells, adhesion to
the ECM may mediate radioresistance, chemotherapy, and
resistance to targeted therapy (8). Focal adhesions can interact
with the stroma signaling pathways and cooperate with
downstream targets of integrins and growth factor receptors.
These complexes play a pivotal role in cell survival, proliferation,
differentiation, and invasion. Integrins are catalytically inactive
receptors, which combine with the ECM directly and activate

Abbreviations: GEO, Gene Expression Omnibus; TCGA, The Cancer Genome
Atlas; CGGA, Chinese Glioma Genome Atlas; FADG, Focal Adhesion-related
Differential Gene; TME, Tumor Microenvironment; TTF, Tumor Treatment
Fields; NCCN, National Comprehensive Cancer Network; OS, Overall Survival;
WHO, World Health Organization; GBM, Glioblastoma Multiforme; DEG,
Differentially Expressed Genes; PPI, Protein-protein Interaction; CR, Complete
Remission; PD, Progression Disease.

downstream signal transduction (9). Integrins promote a special
type of EMT in glioma that endows cancer cells with the ability
of metastasis (10). The conformational memory of integrin
reinforces the assembly of focal adhesions and induces cell
migration (11). Inhibition of the focal adhesion signaling
pathway may be a promising therapeutic target for gliomas.

In this study, we mined the online databases including the
Gene Expression Omnibus (GEO), The Cancer Genome Atlas
(TCGA), and the Chinese Glioma Genome Atlas (CGGA), and
constructed a focal adhesion-related differential gene expression
(FADG) signature in glioma. We found that the FADG signature
was associated with prognosis, radiation response, and the
immune microenvironment, and especially with immune cell
infiltration. Our results revealed that this FADGs signature could
accurately predict the prognosis and provide precise guidelines
for the treatment of glioma.

MATERIALS AND METHODS

Dataset Retrieval

Data from a total of 180 samples from glioma patients including
23 normal samples and 157 cases were obtained from the Gene
Expression Omnibus database, expression profiling arrays
(dataset GSE4290), and platform GPL570 (https://www.ncbi.
nlm.nih.gov/). In total, 1,018 mRNA sequences from glioma
patient samples and their corresponding clinical information
were collected from the CGGA database as the training and
internal cohort (http://www.cgga.org.cn/index.jsp). RNA
sequence and clinical data including 449 LGG and 143 GBM
from the TCGA database as the external validation cohort.
Overall, 199 focal adhesion genes were retrieved from the
MSigDB database (https://www.gsea-msigdb.org/gsea/msigdb).

Identification of Focal Adhesion-Related
Differential Expression Genes

The GSE4290 database was mined to identify the differentially
expressed genes (DEGs), which were then analyzed by the R
software 4.0.0. setting a gene expression threshold of [log fold
change (FC)| > 1 and false discovery rate (FDR) < 0.05. FADGs
were filtered, which overlapped with the focal adhesion-relevant
genes and DEGs. A Protein-protein interacting (PPI) network of
these candidate genes was constructed using STRING (https://
www.string-db.org/). These candidate genes underwent univariate
regression analysis in R using the CGGA data including RNA
sequencing, OS, and living status data.
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Construction of the Focal Adhesion-
Relevant Signature

Patient data from the CGGA were randomly divided into two
cohorts: a training cohort and a testing cohort. Next, the least
absolute shrinkage and selection operator (LASSO) regression
analysis was performed to remove collinearity among these
genes. DEGs and survival probability associated of these genes
were analyzed using the GEPIA database (http://gepia.cancer-
pku.cn/). Immunohistochemistry images were obtained from the
Human Protein Atlas (HPA) database (https://www.proteinatlas.
org/). A prognosis-related signature was conducted based on the
expression of the candidate genes and regression analysis
coefficient values. The algorithm was as follows:

n
riskscore = " (Coefi * Xi)

i=1
A patient risk score was calculated using this formula, and was
used to stratify patients according to the median risk score into
low- and high-risk groups. ‘SurvivalROC’ R package, Harrell’s
concordance index to assess the predictive value of the FADGs
signature for prognosis.

Validation of the Focal Adhesion-Related
Differential Genes Signature

The training cohort and testing cohorts from the CGGA and TCGA
validation cohorts were used for the following analysis. Missing
clinical data were eliminated. ‘Survival’ and ‘survminer’ packages
were utilized in R to perform a survival probability between the high-
and low-risk groups. The ‘SurvivalROC’ package was utilized to
perform receiver operating characteristic (ROC) curve analysis to
verify the accuracy of the model for the 1-, 3-, and 5-year survival.
Survival risk was plotted by R using the ‘riskpot’ package. Next,
‘scatterplot3d’ was used to perform principal component analysis
(PCA). Stratification analysis of the TCGA and CGGA datasets was
plotted in R for the high- and low-risk groups. Multivariate and
univariate Cox regression analysis was plotted for both the training
and testing cohorts. Harrell’s concordance index was
also programmed.

GSEA Was Performed to Identify the
Involved Gene Pathways

Hallmark, Gene Ontology (GO), and Kyoto Encyclopedia of Genes
and Genomes (KEGG) analysis between the low- and high-risk
groups was conducted using GSEA_4.1.0. to explore the functional
annotation of the DEGs and for the systematic analysis of the gene
functions (h.all.v7.2.symbols, c2.cp.kegg.v7.2.symbols,
c5.go.v7.2.symbols). The results were filtered by Normalized
Enrichment Score (NES) > 1 and FDR g-val < 0.05.

Correlation Analysis of Focal Adhesion-
Related Differential Gene Signature and
Radiation Response

Correlation analysis between genes that related with DNA repair
and risk score were programmed using the training and testing
cohorts in the CGGA database. Radiation response of patients
after radiation therapy were extracted from the TCGA cohort.

Differential analysis of the risk scores of complete remission (CR)
and progression disease (PD) were analyzed.

Correlation Analysis of Focal Adhesion-
Related Differential Gene Signature and
Immune Cell Infiltration

Single-sample gene set enrichment analysis (ssGSEA) is an
algorithm used to evaluate the level of immune cell infiltration
in a single sample according to the expression levels of immune
cell-specific markers. Patients in the CGGA training cohort and
testing cohort were imported for the ssGSEA analysis. Patients
with glioma were analyzed by R using the limma’, ‘GSVA’, and
‘GSEABase’ packages. Next, samples with risk scores were
imported into ESTIMATE, for the Estimation of Stromal and
Immune cells in malignant tumor tissues using Expression data
analysis, to verify the ssGSEA results. We performed a
correlation analysis between the risk score and ESTIMATE,
stromal, and immune scores, and tumor purity. Next, the
correlation between the risk score and expression of immune
check point was analyzed. CIBERSORT was performed to
analyze the 22 distinct leukocyte subsets in the tumors based
on bulk transcriptome data to detect the tumor purity and to
explore the TME using the ‘€1071” and ‘parallel’ packages.

Establishment of the Nomogram

A nomogram was constructed using the CGGA cohort to predict
the prognosis of patients combining the clinical features and risk
scores to assess the accuracy of the model. A calibration curve
was generated to evaluate the accuracy of the nomogram. To
demonstrate the incremental value of the FADGs signature over
the clinicopathological characteristic for an individualized
assessment of the OS, the decision curve was constructed.

Statistical Analysis

R software version 4.0.0 (Statistics Department of the University
of Auckland) with corresponding packages 160 and Graphpad
Prism, version 7 (GraphPad Software,San Diego, California
USA) were used for statistical analyses. A P-value < 0.05 was
considered statistically significant.

RESULTS

Analysis of Differentially Expressed Genes
in Glioma Patients Correlated With

Focal Adhesion

A flow chart to illustrate the workflow used in our study is shown
in Figure 1. The features of patients enrolled in this study are
listed in Table 1. To identify the DEGs, the GSE4290 dataset from
the GEO database was extracted. There was a total of 2,450 DEGs
between glioma patients and normal brain tissues. Genes covering
1,450 upregulated and 1,425 downregulated were plotted in a
volcano plot (Figure 2A). A total of 37 FADGs were selected from
the overfitting group of 2,450 genes and 199 focal adhesion
relevant genes (Figure 2B). Then, univariate regression analysis
was performed and 29 genes associated with the prognosis were
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FIGURE 1 | Flow chart of our study.

TABLE 1 | Clinicopathological characteristics of glioma patients from the CGGA, TCGA, and GEO databases.

CGGA-Training cohort CGGA-Testing cohort TCGA validation cohort GSE4290
N = 486 N = 484 N =603 N =176

Age

<42 219 221 246 NA

>42 267 262 357 NA
Gender

Male 276 295 349 NA

Female 210 189 254 NA
Normal Tissue NA NA NA 23
Grade

1 136 134 213 45

1l 160 162 238 31

\Y 189 185 152 77
IDH

Wild 207 214 224 NA

Mutation 252 248 373 NA
1p/19q

Codel 94 105 149 NA

Non-codel 359 338 449 NA
MGMT

Methylated 228 228 NA NA

un-methylated 186 175 NA NA
Status

Dead 300 172 179 NA

Alive 186 312 424 NA
RiskScore

Low 243 252 298 NA

High 243 232 305 NA

NA, Non available.
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FIGURE 2 | Identification of candidate genes and LASSO-COX analysis (A) Volcano plot of differentially expressed genes in glioma from the GEO database.
(B) Heatmap of differentially expressed genes in glioma from the GEO database. (C) Univariate regression analysis of FADGs. (D) Venn plot of differentially expressed
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selected as candidate genes filtering with a threshold of P < 0.05
(Figure 2C). A heatmap of gene expression for each patient was
plotted (Figure 2D). A PPI network was constructed involving
the 37 FADGs (Figure 2E); the network comprised 29 genes and
144 interacting mechanisms.

Candidate Genes for the Focal Adhesion-
Relevant Risk Signature

To identify the association with clinical information, we used 970
samples with available OS data and living status information from
the CGGA database for the subsequent analysis. We divided 486
patient samples into the training cohort and 484 samples into the
testing cohort. The candidate genes were analyzed using the LASSO
regression analysis to exclude overlapping genes (Figures 2F, G),
and multivariate Cox proportional risk regression analysis was
performed (Figure 2H). Eight genes were obtained from the
analysis: COL1A2, COL4Al, ITGB4, MAPKI10, PRKCB, PRKCG,
RELN, and TNC. COL1A2, MAPKI10, and PRKCB genes were
identified as low-risk genes, while COL4A1, ITGB4, PRCKG,
RELN, and TNC were defined as high-risk for the OS in patients

with glioma. The differential expression of each gene and
immunochemistry images were obtained from online databases
(Supplementary Figures 1 and 2).

A focal adhesion relevant prognostic signature was
constructed using the following formula:

Risk score = (- 0.16036 = COL1A2 expression) + (0.321935 =
COL4AL expression) + (0.115143  ITGB4 expression)

+ (—0.18388 = MAPK10 expression) + ( — 0.20014 s

PRKCB expression) + (0.191394 s PRKCG expression)
+(0.182231 % RELN expression) + (0.251663  TNC expression)

Patients were divided into high- and low-risk groups according
to the median of the risk score.

Clinical Features of the Focal Adhesion-
Related Differential Genes Signature in the
Low- and High-Risk Groups

To clarify the relationship between the prognosis and FADGs
signature, we analyzed the clinical information of 486 samples in
the training cohort, 484 samples in the testing cohort for internal
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authentication, and 603 samples in the TCGA database for
external validation. The results of the analysis of the training
cohort are shown in Figure 3. Low- and high-risk groups were
stratified according to the median of the risk score (Figure 3A).
Expression levels of the eight genes from the training cohort are
shown in Figure 3B. Survival time of high-risk patients tended to
be worse than low-risk patients (Figure 3C). The survival
probability of the high-risk score group was significantly lower
than that of the low-risk group [hazard ratio (HR) = 0.02, 95%
confidence interval (CI) = 0.15-0.25, P < 0.001, C-index = 0.685)
(Figure 3D). Patients could be stratified into two groups
according to our risk score (Figure 3E). The areas under the
curve for the 1-, 3-, and 5-year survival were 0.721, 0.786, and
0.765, respectively (Figure 3F).

Univariate regression analysis showed that this signature
could predict the prognosis of patients with glioma and resulted
to be an independent prognostic factor from the multivariate
regression analysis (Supplementary Figures 3A, B). In summary,
our signature was a sensitive prognostic model for the risk
stratification of patients with glioma.

To increase the credibility of our model, we performed the
same analysis using the CGGA internal authentication cohort

and TCGA external validation cohort. Survival time of patients
with high-risk scores tended to be shorter than patients with low-
risk scores (Figures 4A, B). The survival probability of the high-
risk group was significantly lower in both cohorts (CGGA:
HR = 0.29, 95% CI = 0.23-0.36, P < 0.001, C-index = 0.661);
(TCGA: HR = 0.28, 95% CI = 0.20-0.39, P < 0.001, C-index =
0.660) (Figures 4C, D). Patients from the CGGA testing and
TCGA groups could be stratified into two subgroups distinctly by
PCA analysis (Figures 4E, F). ROC curves were plotted and the
areas under the curve for the 1-, 3-, and 5-year survival in the
CGGA testing cohort were 0.728, 0.767, and 0.788, respectively,
(Figure 4G) and 0.779, 0.851, and 0.787, respectively, in the
TCGA validation cohort (Figure 4H). Univariate regression
analysis and multivariate regression analysis demonstrated the
8-gene signature was an acute prognostic factor (Supplementary
Figures 3C, D). The same with the CGGA training cohort, our
signature was a sensitive prognostic model.

Next, a stratified analysis was performed using both the
CGGA and TCGA databases (Figure 5 and Supplementary
Figure 4). Patients in the CGGA were stratified by grade,
gender, age, IDH mutational status, 1p19q co-deletion status,
MGMT methylation status, and PRS status. And in the TCGA
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cohort were stratified by grade, sex, age, IDH mutational status,
and 1p19q co-deletion status. According to the FADGs
signature, the survival probability of patients in the high-risk
group was significantly lower than that in the low-risk group (P <
0.001), except for the WHO 1II subgroup (P = 0.052). These
findings indicated that the FADG signature played a certain role
in predicting the prognosis of glioma patients.

Gene Set Enrichment Analysis

Gene set Enrichment analysis was programmed between the high-
and low-risk groups with a threshold of NES > 1 and FDR g-val <
0.05. In the Hallmark analysis, the APOPTOSIS and G2M CHECK
POINT pathway was enriched (Figure 6A). In the KEGG analysis,
the KEGG_ECM_RECEPTOR_INTERACTION pathway was
enriched (Figure 6B), while GO analysis revealed that the
GO_EXTRACELLULAR_STRUCTURE_ORGANIZATION,
GO_COLLAGEN_METABOLIC_PROCESS, GO_COLLAGEN_
BINDING, and GO_EXTRACELLULAR_MATRIX_
STRUCTURAL_CONSTITUENT components were enriched
(Figure 6C).
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FIGURE 4 | Analysis of the testing cohort and validation cohort. (A, B) Survival status of low-and high-risk patients in the CGGA testing and TCGA cohorts. (C, D)
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Relationship Between Radiation Response
and the Focal Adhesion-Related
Differential Gene Signature

To discover the relationship between the radiation response and our
FADG signature, we performed a correlation analysis between
genes that related to DNA repair and our FADG signature. Our
signature is positively correlated with BRCA1 (r = 0.590, P < 0.001)
(Figure 7A), BRCA2 (r = 0.480, P < 0.001) (Figure 7B), RAD51 (r=
0500, P < 0.001) (Figure 7C), TGFBI (r = 0.470, P < 0.001)
(Figure 7D), and TP53 (r = 0.350, P < 0.001) (Figure 7E). The
risk scores of patients in the CR group were significantly lower than
in the PD group (P = 0.028) (Figure 7F).

Relationship Between the Tumor Immune
Microenvironment and the Focal
Adhesion-Related Differential

Gene Signature

To identify the potential relationship between immune cell
infiltration and our FADG signature, we performed ESTIMATE
analysis and CIBERSORT analysis. From the ESTIMATE analysis,
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patients with high-risk scores tended to gather in the 0.001), regulatory T cells (Tregs)(P = 0.01), gamma delta T cells (P =
IMMUNITY_H group. High-risk score group was positively ~ 0.009), and M0 macrophages (P < 0.001) were significantly
correlated with the ESTIMATE, immune, and stromal scores and  positively related with the risk score, while levels of naive CD4+T
conversely, negatively correlated with tumor purity (Figure 8A). To cells (P < 0.001), activated NK cells (P = 0.014), and monocytes (P <
verify whether there was a statistically significant association, ~ 0.001) were significantly negatively related with the risk score
correlation analysis was performed (Figures 8B-E). CIBERSORT  (Supplementary Figure 5B). The correlation heatmap showed
was performed to explore the status of immune cell infiltration. Bar ~ the correlation between the risk score and immunocyte levels
plots showed the proportion of immunocytes in each patient  (Supplementary Figure 5C). Finally, a correlation analysis
(Supplementary Figure 5A). Furthermore, levels of resting  between our signature and immune check points was conducted.
memory CD4+T cells (P = 0.003), follicular helper T cells (P < Our signature positively correlated with levels of B7-H3 (r = 0.660,
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P<0.001),CTLA4(r=0.230,P <0.001), LAG3 (r=0.220,P <0.001),
PD-LI (r=0.460, P < 0.001), and TIM3 (r = 0.450, P < 0.001), and
negatively correlated with PD-I (r = -0.330, P < 0.001) (Figures
9A-F). These results showed that our model was closely correlated
with immunocyte infiltration and immune check points.

Construction and Evaluation of the Nomogram

To create a sensitive predictive model of prognosis, a nomogram
was constructed using data from the CGGA cohort. Each clinical
feature and the relative risk score were considered to calculate the
total point score. A probability of the 1-, 2-, and 3-year OS was
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reflected by the total points shown in Figure 10A. To estimate the
validity of the nomogram, calibration plots were programmed. The
calibration plots revealed that the nomogram had a good stability
for predicting the actual 3-year OS (Figure 10B). Decision curve
analysis (DCA) was used to calculate the incremental value in
adding the FADG score to the nomogram. Obviously, the
prediction level of adding the FADG score to the nomogram was
significantly higher than that of the normal (Figure 10C). Based on
the above analysis, our focal adhesion-relevant signature score
could predict the OS of patients with glioma.

DISCUSSION

Glioma represents 81% of all malignant craniocerebral tumors
(12). Glioma, and especially GBM, is characterized by highly
malignant disease, death, and recurrence rates, and accounts for
50% of these malignancies (13). Some molecular features have
been adopted in the clinical practice, for example, IDH mutational
status and MGMT methylation are considered markers of a better
prognosis. Although advances in immunotherapy have improved
outcomes for some cancers, there is still a significant challenge for
the optimal management of glioma (14).

Focal adhesion is at the center of signaling pathways crucial for
tumor development (15). Focal adhesion molecules act as binding
sites within the cell and matrix to allow integrin binding and
induction of cell migration (16, 17). Cells extend protrusions to
migrate and transmembrane receptors, which are the stabilizer of
these cellular protrusions, anchor to the actin cytoskeleton via FA
complexes to provide cells the power to undergo migration (18).
Leukocytes migrate to the peripheral tissue to perform immune
surveillance functions (18). In the TME of glioma, glioma-
associated microglia or macrophages and myeloid-derived
suppressor cells represent the most infiltrated cell types, and their
levels have been shown to be negatively correlated with the
prognosis. Furthermore, myeloid-derived suppressor cells can
inhibit the cytotoxic responses mediated by NK cells (19).

We identified a FADG signature by mining databases, which
included COLIA2, COL4A1, ITGB4, MAPK10, PRKCB, PRKCG,
RELN, and TNC. Some studies found that COL1A2 was a crucial
gene regulating cell migration by the cytoskeleton. Silencing of
COL1A2 inhibited gastric cancer progression (20). Wang et al.
demonstrated that COL4A1 promoted metastasis in
hepatocellular carcinoma (21). ITGB4 maybe an early detector
and a prognostic element for colorectal cancer (22). MAPKIO,
also known as JNK3, suppressed the expression of JNK3 and
enhanced the toxicity of paclitaxel in head and neck cancer cells
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(23). The activation of PRKCB accelerated the mitochondrial
accumulation and the redox response to enhance signaling
transduction pathways in cancer cells (24). Polymorphism of
SNP 15454006 in PRKCG was demonstrated to increase the risk
of patients with osteosarcoma (25). RELN regulated the
migration of glioma cells, and activation of the RELN-related
pathway could suppress the proliferation of GBM cells (26). TNC
was found to support the aggressiveness of breast cancer cells and
promote micrometastases (27). In our study, patient samples
were scored using our FADGs signature, and was able to stratify
patients into high- and low-risk groups according to the median
risk score. We used the CGGA training cohort to conduct a
survival analysis, ROC curves, PCA, stratification analysis, and
multivariate and univariate regression analysis. Our findings
demonstrated that the identified gene signature was a valuable
parameter for predicting the prognosis. We achieved similar
results using an internal authentication cohort and external
validation cohort.

We performed gene set enrichment analysis to explore the
mechanisms about the FADG signature. Our signature was
enriched in apoptosis and G2M check point which is related
with the cell cycle from the results. Cell cycle is the decisive factor
of radiation sensitivity. Cells in the G2-M phase is most sensitive
to ionizing radiation (28). Then, we found that our signature was
closely related with genes that related with DNA repair. Patients
after radiation with BRCAI mutation had a better prognosis was
identified by Kan (29). BRCA2-mediated cell survival suffered
from radiation (30). Inhibition of RAD51 enhanced the radiation

sensitivity of glioma stem cells (31). Radiation could activate the
TGF-betal signaling pathway and induce radiation resistance
(32). P53 enhanced the process of DNA repair and lead to the
failure of radiation therapy (33). The risk score of patients in the
complete remission group was significantly lower than those
with progression disease. In short, we considered that the FADG
signature could predict the response of radiation therapy.
Immune cells exercised their immune surveillance function
by cell migration. The tumor immune microenvironment is
complicated in glioma. Glioma-related myeloid cells exert a
significant effect to promote the aggressiveness of glioma cells
(11). To explore the brain immune microenvironment of
patients with glioma, we conducted ssGSEA and CIBERSORT.
Correlation heatmap showed that the ESTIMATE score, immune
score, and stromal score increased as the risk score increased,
and conversely, tumor purity decreased. We performed a
correlation analysis to validate the results. The risk score is
positively correlated with the ESTIMATE, immune, and
stromal scores, and negatively correlated with tumor purity.
These results indicated that in the tumor immune
microenvironment, the infiltration of immune cells was higher
in high-risk glioma patients. Our findings were consistent with
previous studies indicating that the degree of tumor infiltration
of immune cells increased with an increasing grade (34). Our
results from the CIBERSORT analysis confirmed the notion that
glioma cells were enriched by the secretion of immune cells, such
as leukocytes, CD4+T cells, and Tregs (35). In the tumor
immune microenvironment of glioma, polarization of M2
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macrophage has been reported to lead to the malignant
biological behavior of glioma cells (36). High infiltration of
regulatory T cells was strongly associated with a poor
prognosis (36). In this study, we determined that there were
more M2 macrophages and regulatory T cells in the high-risk
group than other cell types. The ECM played an important role
in cell migration and immune response (37). Furthermore, we
found that several pathways relevant to the ECM were enriched.
These findings provided support that our signature had a strong
connection with immune cell infiltration.

Immune checkpoints inhibitors have shown a surprising
efficacy in many malignancies, such as lung cancers, gastric
cancers, breast cancers, and glioma (2, 6, 38, 39). B7-H3 is a
molecule in the B7 family which has been reported to be
overexpressed in non-small cell lung cancer, and positively
correlated with lymph node metastasis and TNM stage. In
addition, B7-H3 has been associated with Tregs levels (40).
Cytotoxic T Lymphocyte antigen 4 (CTLA-4) has been shown
to inhibit the function of T cell activation, suppressing the
immune system function (41). Sustained co-expression of
lymphocyte activation gene-3 (LAG3) on T cells also impaired
the function of T cells leading to dysfunction of the cellular
immunity (42). Programmed cell death protein-1 (PD-1) binds
with programmed cell death-1 ligand 1 (PD-L1) and inhibits the
activation of T cells, resulting in dysfunction of the immune
surveillance (43). High expression of T cell immunoglobulin and
mucin domain-containing protein 3 (TIM3) has been positively
correlated with a shorter OS, and its co-expression with PD-1 is
associated with a poor prognosis (34). Our risk score was
positively correlated with B7-H3, CTLA-4, LAG3, PD-L1, and
TIM3 expression, while it was negatively correlated with PD-1
expression. We propose that our signature may represent a new
approach to guide clinical treatment by immunotherapy.

Nonetheless, our study presented some limitations. First, the
clinical features obtained from the TCGA database were
incomplete and lacked the MGMT methylation status and PRS
types. Second, our study requires experimental validation both in
vivo and in vitro. Third, the CGGA database only consisted of
Chinese patient samples.

CONCLUSION

Our focal adhesion relevant signature combined with the clinical
features may predict patient prognosis more accurately and may
represent a novel approach to the management of immunotherapy
treatment for patients with glioma.

DATA AVAILABILITY STATEMENT

The datasets presented in this study can be found in online
repositories. The names of the repository/repositories and accession
number(s) can be found in the article/Supplementary Material.

ETHICS STATEMENT

Ethical review and approval were not required for the study
on human participants in accordance with the local
legislation and institutional requirements. Written informed
consent for participation was not required for this study
in accordance with the national legislation and the
institutional requirements.

AUTHOR CONTRIBUTIONS

XX was responsible for the overall design of this study. GW, HL,
and WW analyzed the data and edited the manuscript. JP
contributed the study guidance of R software. HZ examined
the data analysis. XH and LS provided R language modification.
HZ revised the images and tables of this article. LH revised the
discussion of the article. LH contributed the study design. All
authors contributed to the article and approved the
submitted versions.

FUNDING

This study was supported by the Key R&D program of Hebei
Province (19277737D).

SUPPLEMENTARY MATERIAL

The Supplementary Material for this article can be found online
at: https://www.frontiersin.org/articles/10.3389/fonc.2021.
698278/full#supplementary-material

Supplementary Figure 1 | (A-H) Differential expression of 8 candidate genes
of the FADG signature in the LGG and normal brain tissue. (I-P) Differential
expression of 8 candidate genes of the FADG signature in the GBM and normal
brain tissue.

Supplementary Figure 2 | (A-H) Immunochemistry of 8 candidate genes of the
FADG signature.

Supplementary Figure 3 | (A, D) Univariate and multivariate Cox regression
analysis of clinical features and the FADG signature in the CGGA training cohort.
(B, E) Univariate and multivariate Cox regression analysis of clinical features and the
FADG signature in the CGGA testing cohort. (C, F) Univariate and multivariate Cox
regression analysis of clinical features and the FADG signature in the TCGA
validation cohort.

Supplementary Figure 4 | (A-K) Stratified survival analysis of low- and high-risk
patients in TCGA database.

Supplementary Figure 5 | (A) Proportion of immunocytes in the training
cohort. (B) Differences between low-and high- risk groups in terms of
immunocyte infiltration. (C) Correlation heatmap of risk score and immunocyte
infiltration.

Frontiers in Oncology | www.frontiersin.org

September 2021 | Volume 11 | Article 698278


https://www.frontiersin.org/articles/10.3389/fonc.2021.698278/full#supplementary-material
https://www.frontiersin.org/articles/10.3389/fonc.2021.698278/full#supplementary-material
https://www.frontiersin.org/journals/oncology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/oncology#articles

Lietal

FADG Score Predicts Glioma Prognosis

REFERENCES

1.

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

Ostrom QT, Gittleman H, Stetson L, Virk SM, Barnholtz-Sloan JS.
Epidemiology of Gliomas. Cancer Treat Res (2015) 163:1-14. doi: 10.1007/
978-3-319-12048-5_1

. Lim M, Xia Y, Bettegowda C, Weller M. Current State of Immunotherapy for

Glioblastoma. Nat Rev Clin Oncol (2018) 15:422-42. doi: 10.1038/s41571-
018-0003-5

. Ostrom QT, Bauchet L, Davis FG, Deltour I, Fisher JL, Langer CE, et al. The

Epidemiology of Glioma in Adults: A “State of the Science” Review. Neuro
Oncol (2014) 16:896-913. doi: 10.1093/neuonc/nou087

. Chen R, Smith-Cohn M, Cohen AL, Colman H. Glioma Subclassifications

and Their Clinical Significance. Neurotherapeutics (2017) 14:284-97.
doi: 10.1007/s13311-017-0519-x

. Steven A, Fisher SA, Robinson BW. Immunotherapy for Lung Cancer.

Respirology (2016) 21:821-33. doi: 10.1111/resp.12789

. Emens LA. Breast Cancer Immunotherapy: Facts and Hopes. Clin Cancer Res

(2018) 24:511-20. doi: 10.1158/1078-0432.CCR-16-3001

. Kanchanawong P, Shtengel G, Pasapera AM, Ramko EB, Davidson MW, Hess

HF, et al. Nanoscale Architecture of Integrin-Based Cell Adhesions. Nature
(2010) 468:580-4. doi: 10.1038/nature09621

. Eke I, Cordes N. Focal Adhesion Signaling and Therapy Resistance in Cancer.

Semin Cancer Biol (2015) 31:65-75. doi: 10.1016/j.semcancer.2014.07.009

. Duperret EK, Ridky TW. Focal Adhesion Complex Proteins in Epidermis and

Squamous Cell Carcinoma. Cell Cycle (2013) 12:3272-85. doi: 10.4161/
€c.26385

Ellert-Miklaszewska A, Poleszak K, Pasierbinska M, Kaminska B. Integrin
Signaling in Glioma Pathogenesis: From Biology to Therapy. Int ] Mol Sci
(2020) 21:888. doi: 10.3390/ijms21030888

Glass R, Synowitz M. CNS Macrophages and Peripheral Myeloid Cells in
Brain Tumours. Acta Neuropathol (2014) 128:347-62. doi: 10.1007/s00401-
014-1274-2

Nader GP, Ezratty EJ, Gundersen GG. FAK. Talin and Pipkiy Regulate
Endocytosed Integrin Activation to Polarize Focal Adhesion Assembly. Nat
Cell Biol (2016) 18:491-503. doi: 10.1038/ncb3333

QiY, Liu B, Sun Q, Xiong X, Chen Q. Immune Checkpoint Targeted Therapy
in Glioma: Status and Hopes. Front Immunol (2020) 11:578877. doi: 10.3389/
fimmu.2020.578877

Boussiotis VA, Charest A. Immunotherapies for Malignant Glioma. Oncogene
(2018) 37:1121-41. doi: 10.1038/s41388-017-0024-z

Wozniak MA, Modzelewska K, Kwong L, Keely PJ. Focal Adhesion Regulation
of Cell Behavior. Biochim Biophys Acta (2004) 1692:103-19. doi: 10.1016/
j.bbamcr.2004.04.007

Paluch EK, Aspalter IM, Sixt M. Focal Adhesion-Independent Cell Migration.
Annu Rev Cell Dev Biol (2016) 32:469-90. doi: 10.1146/annurev-cellbio-111315-
125341

Burridge K. Focal Adhesions: A Personal Perspective on a Half Century of
Progress. FEBS ] (2017) 284:3355-61. doi: 10.1111/febs.14195

Sloan KE, Stewart JK, Treloar AF, Matthews RT, Jay DG. CD155/PVR
Enhances Glioma Cell Dispersal by Regulating Adhesion Signaling and
Focal Adhesion Dynamics. Cancer Res (2005) 65:10930-7. doi: 10.1158/
0008-5472.CAN-05-1890

Trepat X, Chen Z, Jacobson K. Cell Migration. Compr Physiol (2012) 2:2369-
92. doi: 10.1002/cphy.c110012

Ao R, Guan L, Wang Y, Wang JN. Silencing of COL1A2, COL6A3, and
THBS2 Inhibits Gastric Cancer Cell Proliferation, Migration, and Invasion
While Promoting Apoptosis Through the PI3k-Akt Signaling Pathway. ] Cell
Biochem (2018) 119:4420-34. doi: 10.1002/jcb.26524

Wang T, Jin H, Hu J, Li X, Ruan H, Xu H, et al. COL4A1 Promotes the Growth
and Metastasis of Hepatocellular Carcinoma Cells by Activating FAK-Src
Signaling. J Exp Clin Cancer Res (2020) 39:148. doi: 10.1186/s13046-020-
01650-7

Li H, Wang M, Zhou H, Lu S, Zhang B. Long Noncoding RNA EBLN3P
Promotes the Progression of Liver Cancer via Alteration of MicroRNA-144-
3p/DOCK4 Signal. Cancer Manag Res (2020) 12:9339-49. doi: 10.2147/
CMAR.S261976

Gorogh T, Beress L, Quabius ES, Ambrosch P, Hoffmann M. Head and Neck
Cancer Cells and Xenografts Are Very Sensitive to Palytoxin: Decrease of C-

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

Jun N-Terminale Kinase-3 Expression Enhances Palytoxin Toxicity. Mol
Cancer (2013) 12:12. doi: 10.1186/1476-4598-12-12

Patergnani S, Marchi S, Rimessi A, Bonora M, Giorgi C, Mehta KD, et al.
PRKCB/Protein Kinase C, Beta and the Mitochondrial Axis as Key Regulators
of Autophagy. Autophagy (2013) 9:1367-85. doi: 10.4161/auto.25239

Zhang Y, Hu X, Wang HK, Shen WW, Liao TQ, Chen P, et al. Single-Nucleotide
Polymorphisms of the PRKCG Gene and Osteosarcoma Susceptibility. Tumour
Biol (2014) 35:12671-7. doi: 10.1007/s13277-014-2591-8

Schulze M, Violonchi C, Swoboda S, Welz T, Kerkhoff E, Hoja S, et al. RELN
Signaling Modulates Glioblastoma Growth and Substrate-Dependent
Migration. Brain Pathol (2018) 28:695-709. doi: 10.1111/bpa.12584
Oskarsson T, Acharyya S, Zhang XH, Vanharanta S, Tavazoie SF, Morris PG, et al.
Breast Cancer Cells Produce Tenascin C as a Metastatic Niche Component to
Colonize the Lungs. Nat Med (2011) 17:867-74. doi: 10.1038/nm.2379

Pawlik TM, Keyomarsi K. Role of Cell Cycle in Mediating Sensitivity to
Radiotherapy. Int | Radiat Oncol Biol Phys (2004) 59:928-42. doi: 10.1016/
j.ijrobp.2004.03.005

Kan C, Zhang J. BRCA1 Mutation: A Predictive Marker for Radiation
Therapy. Int ] Radiat Oncol Biol Phys (2015) 93:281-93. doi: 10.1016/
j.ijrobp.2015.05.037

Tutt A, Connor F, Bertwistle D, Kerr P, Peacock J, Ross G, et al. Cell Cycle and
Genetic Background Dependence of the Effect of Loss of BRCA2 on Ionizing
Radiation Sensitivity. Oncogene (2003) 22:2926-31. doi: 10.1038/sj.onc.1206522
Tachon G, Cortes U, Guichet PO, Rivet P, Balbous A, Masliantsev K, et al. Cell
Cycle Changes After Glioblastoma Stem Cell Irradiation: The Major Role of
RADSI. Int ] Mol Sci (2018) 19:3018. doi: 10.3390/ijms19103018

Yadav P, Shankar BS. Radio Resistance in Breast Cancer Cells Is Mediated
Through TGF-B Signalling, Hybrid Epithelial-Mesenchymal Phenotype and
Cancer Stem Cells. BioMed Pharmacother (2019) 111:119-30. doi: 10.1016/
j.biopha.2018.12.055

Hutchinson M, Mierzwa M, D’Silva NJ. Radiation Resistance in Head and
Neck Squamous Cell Carcinoma: Dire Need for an Appropriate Sensitizer.
Oncogene (2020) 39:3638-49. doi: 10.1038/s41388-020-1250-3

Wolf Y, Anderson AC, Kuchroo VK. TIM3 Comes of Age as an Inhibitory
Receptor. Nat Rev Immunol (2020) 20:173-85. doi: 10.1038/s41577-019-0224-6
Gieryng A, Pszczolkowska D, Walentynowicz KA, Rajan WD, Kaminska B.
Immune Microenvironment of Gliomas. Lab Invest (2017) 97:498-518.
doi: 10.1038/labinvest.2017.19

Qian M, Wang S, Guo X, Wang J, Zhang Z, Qiu W, et al. Hypoxic Glioma-
Derived Exosomes Deliver microRNA-1246 to Induce M2 Macrophage
Polarization by Targeting TERF2IP via the STAT3 and NF-kB Pathways.
Oncogene (2020) 39:428-42. doi: 10.1038/s41388-019-0996-y

Pickup MW, Mouw JK, Weaver VM. The Extracellular Matrix Modulates the
Hallmarks of Cancer. EMBO Rep (2014) 15:1243-53. doi: 10.15252/embr.201439246
Antonia SJ, Villegas A, Daniel D, Vicente D, Murakami S, Hui R, et al. Overall
Survival With Durvalumab After Chemoradiotherapy in Stage III NSCLC.
N Engl ] Med (2018) 379:2342-50. doi: 10.1056/NEJMo0al809697

Coutzac C, Pernot S, Chaput N, Zaanan A. Immunotherapy in Advanced
Gastric Cancer, Is It the Future. Crit Rev Oncol Hematol (2019) 133:25-32.
doi: 10.1016/j.critrevonc.2018.10.007

Castellanos JR, Purvis IJ, Labak CM, Guda MR, Tsung A]J, Velpula KK, et al.
B7-H3 Role in the Immune Landscape of Cancer. Am ] Clin Exp Immunol
(2017) 6:66-75.

Rowshanravan B, Halliday N, Sansom DM. CTLA-4: A Moving Target in
Immunotherapy. Blood (2018) 131:58-67. doi: 10.1182/blood-2017-06-741033
Andrews LP, Marciscano AE, Drake CG, Vignali DA. LAG3 (CD223) as a
Cancer Immunotherapy Target. Immunol Rev (2017) 276:80-96. doi: 10.1111/
imr.12519

Sun C, Mezzadra R, Schumacher TN. Regulation and Function of the PD-L1
Checkpoint. Immunity (2018) 48:434-52. doi: 10.1016/j.immuni.2018.03.014

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

Frontiers in Oncology | www.frontiersin.org

September 2021 | Volume 11 | Article 698278


https://doi.org/10.1007/978-3-319-12048-5_1
https://doi.org/10.1007/978-3-319-12048-5_1
https://doi.org/10.1038/s41571-018-0003-5
https://doi.org/10.1038/s41571-018-0003-5
https://doi.org/10.1093/neuonc/nou087
https://doi.org/10.1007/s13311-017-0519-x
https://doi.org/10.1111/resp.12789
https://doi.org/10.1158/1078-0432.CCR-16-3001
https://doi.org/10.1038/nature09621
https://doi.org/10.1016/j.semcancer.2014.07.009
https://doi.org/10.4161/cc.26385
https://doi.org/10.4161/cc.26385
https://doi.org/10.3390/ijms21030888
https://doi.org/10.1007/s00401-014-1274-2
https://doi.org/10.1007/s00401-014-1274-2
https://doi.org/10.1038/ncb3333
https://doi.org/10.3389/fimmu.2020.578877
https://doi.org/10.3389/fimmu.2020.578877
https://doi.org/10.1038/s41388-017-0024-z
https://doi.org/10.1016/j.bbamcr.2004.04.007
https://doi.org/10.1016/j.bbamcr.2004.04.007
https://doi.org/10.1146/annurev-cellbio-111315-125341
https://doi.org/10.1146/annurev-cellbio-111315-125341
https://doi.org/10.1111/febs.14195
https://doi.org/10.1158/0008-5472.CAN-05-1890
https://doi.org/10.1158/0008-5472.CAN-05-1890
https://doi.org/10.1002/cphy.c110012
https://doi.org/10.1002/jcb.26524
https://doi.org/10.1186/s13046-020-01650-7
https://doi.org/10.1186/s13046-020-01650-7
https://doi.org/10.2147/CMAR.S261976
https://doi.org/10.2147/CMAR.S261976
https://doi.org/10.1186/1476-4598-12-12
https://doi.org/10.4161/auto.25239
https://doi.org/10.1007/s13277-014-2591-8
https://doi.org/10.1111/bpa.12584
https://doi.org/10.1038/nm.2379
https://doi.org/10.1016/j.ijrobp.2004.03.005
https://doi.org/10.1016/j.ijrobp.2004.03.005
https://doi.org/10.1016/j.ijrobp.2015.05.037
https://doi.org/10.1016/j.ijrobp.2015.05.037
https://doi.org/10.1038/sj.onc.1206522
https://doi.org/10.3390/ijms19103018
https://doi.org/10.1016/j.biopha.2018.12.055
https://doi.org/10.1016/j.biopha.2018.12.055
https://doi.org/10.1038/s41388-020-1250-3
https://doi.org/10.1038/s41577-019-0224-6
https://doi.org/10.1038/labinvest.2017.19
https://doi.org/10.1038/s41388-019-0996-y
https://doi.org/10.15252/embr.201439246
https://doi.org/10.1056/NEJMoa1809697
https://doi.org/10.1016/j.critrevonc.2018.10.007
https://doi.org/10.1182/blood-2017-06-741033
https://doi.org/10.1111/imr.12519
https://doi.org/10.1111/imr.12519
https://doi.org/10.1016/j.immuni.2018.03.014
https://www.frontiersin.org/journals/oncology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/oncology#articles

Lietal

FADG Score Predicts Glioma Prognosis

this article, or claim that may be made by its manufacturer, is not guaranteed or
endorsed by the publisher.

Copyright © 2021 Li, Wang, Wang, Pan, Zhou, Han, Su, Ma, Hou and Xue. 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 698278


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

	A Focal Adhesion-Related Gene Signature Predicts Prognosis in Glioma and Correlates With Radiation Response and Immune Microenvironment
	Introduction
	Materials and Methods
	Dataset Retrieval
	Identification of Focal Adhesion-Related Differential Expression Genes
	Construction of the Focal Adhesion-Relevant Signature
	Validation of the Focal Adhesion-Related Differential Genes Signature
	GSEA Was Performed to Identify the Involved Gene Pathways
	Correlation Analysis of Focal Adhesion-Related Differential Gene Signature and Radiation Response
	Correlation Analysis of Focal Adhesion-Related Differential Gene Signature and Immune Cell Infiltration
	Establishment of the Nomogram
	Statistical Analysis

	Results
	Analysis of Differentially Expressed Genes in Glioma Patients Correlated With Focal Adhesion
	Candidate Genes for the Focal Adhesion-Relevant Risk Signature
	Clinical Features of the Focal Adhesion-Related Differential Genes Signature in the Low- and High-Risk Groups
	Gene Set Enrichment Analysis
	Relationship Between Radiation Response and the Focal Adhesion-Related Differential Gene Signature
	Relationship Between the Tumor Immune Microenvironment and the Focal Adhesion-Related Differential Gene Signature
	Construction and Evaluation of the Nomogram

	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


