
Frontiers in Immunology

OPEN ACCESS

EDITED BY

Rakesh K Singh,
University of Nebraska Medical Center,
United States

REVIEWED BY

Areeg Elmusrati,
California State University,
Los Angeles, United States
Margareta P. Correia,
Portuguese Oncology Institute,
Portugal

*CORRESPONDENCE

Zhijian Huang
huangzhijian@sysush.com
Yulong He
heyulong@mail.sysu.edu.cn
Changhua Zhang
zhchangh@mail.sysu.edu.cn

†These authors have contributed
equally to this work and share
first authorship

SPECIALTY SECTION

This article was submitted to
Cancer Immunity
and Immunotherapy,
a section of the journal
Frontiers in Immunology

RECEIVED 23 May 2022

ACCEPTED 04 July 2022
PUBLISHED 29 July 2022

CITATION

Mak TK, Li X, Huang H, Wu K, Huang Z,
He Y and Zhang C (2022) The cancer-
associated fibroblast-related signature
predicts prognosis and indicates
immune microenvironment infiltration
in gastric cancer.
Front. Immunol. 13:951214.
doi: 10.3389/fimmu.2022.951214

COPYRIGHT

© 2022 Mak, Li, Huang, Wu, Huang, He
and Zhang. 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.

TYPE Original Research
PUBLISHED 29 July 2022

DOI 10.3389/fimmu.2022.951214
The cancer-associated
fibroblast-related signature
predicts prognosis and indicates
immune microenvironment
infiltration in gastric cancer

Tsz Kin Mak1†, Xing Li1†, Huaping Huang1†, Kaiming Wu1,
Zhijian Huang1,2*, Yulong He1,2* and Changhua Zhang1,2*

1Digestive Diseases Center, The Seventh Affiliated Hospital of Sun Yat-sen University,
Shenzhen, China, 2Guangdong Provincial Key Laboratory of Digestive Cancer Research, The
Seventh Affiliated Hospital of Sun Yat-sen University, Shenzhen, China
Background: Gastric cancer (GC) is one of the most common cancers, with a

wide range of symptoms and outcomes. Cancer-associated fibroblasts (CAFs)

are newly identified in the tumor microenvironment (TME) and associated with

GC progression, prognosis, and treatment response. A novel CAF-associated

prognostic model is urgently needed to improve treatment strategies.

Methods: The detailed data of GC samples were downloaded from The Cancer

Genome Atlas (TCGA), GSE62254, GSE26253, and GSE84437 datasets, then

obtained 18 unique CAF-related genes from the research papers. Eight

hundred eight individuals with GC were classified as TCGA or GSE84437

using consensus clustering by the selected CAF-related genes. The

difference between the two subtypes revealed in this study was utilized to

create the “CAF-related signature score” (CAFS-score) prognostic model and

validated with the Gene Expression Omnibus (GEO) database.

Results: We identified two CAF subtypes characterized by high and low CAFS-

score in this study. GC patients in the low CAFS-score group had a better OS

than those in the high CAFS-score group, and the cancer-related malignant

pathways were more active in the high CAFS-score group, compared to

the low CAFS-score group. We found that there was more early TNM stage

in the low CAFS-score subgroup, while there was more advanced TNM stage in

the high CAFS-score subgroup. The expression of TMB was significantly higher

in the low CAFS-score subgroup than in the high CAFS-score subgroup. A low

CAFS-score was linked to increased microsatellite instability-high (MSI-H),

mutation load, and immunological activation. Furthermore, the CAFS-score

was linked to the cancer stem cell (CSC) index as well as chemotherapeutic

treatment sensitivity. The patients in the high CAFS-score subgroup had

significantly higher proportions of monocytes, M2 macrophages, and resting

mast cells, while plasma cells and follicular helper T cells were more abundant

in the low-risk subgroup. The CAFS-score was also highly correlated with the
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sensitivity of chemotherapeutic drugs. The low CAFS-score group was more

likely to have an immune response and respond to immunotherapy. We

developed a nomogram to improve the CAFS-clinical score’s usefulness.

Conclusion: The CAFS-score may have a significant role in the TME,

clinicopathological characteristics, prognosis, CSC, MSI, and drug sensitivity,

according to our investigation of CAFs in GC. We also analyzed the value of the

CAFS-score in immune response and immunotherapy. This work provides a

foundation for improving prognosis and responding to immunotherapy in

patients with GC.
KEYWORDS

CAFS-score, CAFs gene, Gastric cancer, immune therapy, immune microenvironment
infiltration
Introduction

Cancer is the leading cause of premature death, which causes a

hugepublic health and economic burden (1).According to the global

cancer statistics, there were 19.3million new cancer cases and nearly

10 million cancer-associated deaths worldwide in 2020. Among

them, gastric cancer (GC) represents more than 1 million new

cases and 769,000 deaths, ranking fifth in incidence (5.6%) and

fourth inmortality (7.7%) (2).CasesofGCwere frequentlydiagnosed

in the advanced stage (3).Meanwhile, a trend of augmented younger

GCcases (aged<50years) alsobringsa severe test in therapy (2).GCis

a highly molecular and phenotypic heterogeneity with a complex

tumormicroenvironment (TME). Researchon theTMEmayhelp to

explore the underlining mechanisms of tumorigenesis

and development.

The TME is a heterogeneous collection of various immune

cells, stromal cells, vessels, and extracellular matrix (ECM).

Tumor cells and the TME act as seed and soil; the TME fosters

tumor progression and mediates relapse (4). Cancer-associated

fibroblasts (CAFs) are one of the most abundant cells and act as

critical components among them. Activated CAFs create a

conducive environment for tumorigenesis and progression.

According to the research papers from PubMed, 18 CAF-

related genes that were confirmed by fundamental experiments

in GC were chosen for modeling purposes. Activated CAFs create

a conducive environment for cancer proliferation and

maintaining CSC by secreting a plethora of cytokines and

chemokines, such as CXC-chemokine ligand 12 (CXCL12),

interleukin-6 (IL-6), and IL-33 (5–8). Secretion of IL-6 can

promote the epithelial–mesenchymal transition (EMT) and

metastasis of GC via the JAK2/STAT3 signaling pathway.

Simultaneously, IL-6 also prompts cancer immune escape by

recruiting immunosuppressive cells into the TME (8, 9). Secretion
02
of ECM-degrading proteases matrix metalloproteinases (MMPs),

such as MMP11 and MMP14, directly confers a migration track

by remodeling the ECM and physically pulling, promoting cancer

invasion and metastasis (10–12). Besides that, CXCL12 and

fibroblast growth factor 9 (FGF9) produced by CAFs facilitate

tumor neovascularization to overcome a hypoxic and acidic TME

(5, 7, 13). The CAF-derived hyaluronan and proteoglycan link

protein 1 (HAPLN1) promotes ECM remodeling by decreasing

the density and size of fibers, as well as increasing the fiber

alignment, resulting in tumor invasion and aggression in GC (14,

15). Meanwhile, GC cells also release the transforming growth

factor-b+ (TGFb+) exosomes to convert mesenchymal stem cells

(MSCs) into activated CAFs. The crosstalk biological aspects

between CAFs and GC create a positive feedback loop to

stimulate GC progression and metastasis (5). Other CAF-

related genes, such as mucin 1 (MUC1), Krüppel-like Zinc-

Finger Transcription Factor 5 (KLF5), tumor endothelial

marker 1 (TEM1), vascular adhesion molecule 1 (VCAM1),

periostin (POSTN), lysyl oxidase like 2 (LOXL2), neuropilin-2

(NRP2), rhomboid 5 homolog 2 (RHBDF2), and serum amyloid

A1 (SAA1), are characterized by high expression of genes

associated with a poor prognosis in patients with GC (12, 16–

22). In contrast, CAF-related genes such as Sorbin and SH3

domain-containing protein 1 (SORBS1), and secreted protein

acidic and rich in cysteine (SPARC) have a significantly low

expression in CAF and are closely related to poor prognosis in GC

(23, 24). Carcinogenesis and development are characteristic of the

interaction between multiple genes and signal pathways. It is not

sufficient to focus on one or two genetic biomarkers to correlate

with the GC prognosis. Hence, we put up an 18-CAF-related gene

subgroup classification and CAFS-score model that may provide

important insights into predicting prognosis and guiding

clinical practice.
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In this present study, we constructed a GC scoring model

(CAFS-score) based on 808 GC patients with transcriptome data

and clinical information and 14 identified GC-related CAF

genes, and validated its reliability with multiple datasets. We

clustered those patients into two CAF subtypes according to the

CAF genes’ expression levels and identified the differentially

expressed genes (DEGs). Then, patients were classified into three

DEG-related gene subtypes and established the CAFS-score

system. The clinical practice of this scoring model was

validated in GC patients, including prognosis, immune

microenvironment, and drug sensitivity.
Methods

Dataset collection and
sample information

The flowchart is described in Supplementary Figure S1 and

the samples were analyzed with staging statistics. The data of

gene expression, somatic mutation, and corresponding clinical

information of GC samples from The Cancer Genome Atlas

(TCGA) database (https://tcga-data.nci.nih.gov/tcga/) were

collected, which include tumor samples and para-cancer

samples with detailed information for further analysis. In

addition, 433 GC samples in South Korea (GSE84437) and 300

GC samples in the ACRG (Asian Cancer Research Group) study

(GSE62254) with detailed characteristic information and

survival duration were obtained from the GEO database

(https://www.ncbi.nlm.nih.gov/geo/). Moreover, GSE26253 was

obtained from the GEO database.
Defining the CAF-related regulators

In the previous research study, Zang et al. (11) found that

matrix metalloproteinase 11 (MMP11) secreted by CAFs is not

only overexpressed in exosomes purified from plasma and GC

samples, but also associated with the overall survival (OS) of GC

patients. Shen et al. (15) showed that HAPLN1 is a significantly

upregulated gene in CAFs of GC, and higher expression is

associated with shorter OS in GC patients. CAF-derived IL-33

is upregulated in the human GC and served as a poorly

prognostic marker in GC patients proved by Su et al. (6). In

the research study of CAFs, Wand et al. (12) demonstrated that

MMP14, LOXL2, and POSTN are characterized by high

expression of genes associated with gastric tumor invasion.

The previous research studies found that SORBS1, IL-6,

MUC1, FGF9, KLF5, SPARC, TEM1, NRP2, CXCL12,

RHBDF2, SAA1, and VCAM are significant expressions in

CAF and have an association with GC (7, 8, 13, 16–24).

According to our search in research papers from PubMed, we

chose the 18 genes (MMP11, HAPLN1, IL-33, IL-6, SORBS1,
Frontiers in Immunology 03
MUC1, FGF9, KLF5, SPARC, TEM1, VCAM1, POSTN,

MMP14, LOXL2, NRP2, CXCL12, RHBDF2, and SAA1) that

related to CAFs in GC.
Consensus clustering and
gene clustering

According to the selectedCAF-related genes, consensus clustering

was utilized to identify and classify the patient intomolecular subtypes

by the k-means method. The “ConsensuClusterPlus” package was

applied to determine the number of clusters and their stability. In

addition, 1,000 repetitions were performed to ensure the stability of

classification (25).

Setting the criteria of |log2(Fold Change)| > 1 and false

discovery rate (FDR)< 0.05, a list of DEGs from consensus

clustering was identified by utilizing the R package limma.

Secondly, according to the expression of prognostic DEGs, an

unsupervised clustering method was used to classify the patient

into different subtype groups (Gene subtype A, Gene subtype B,

and Gene subtype C) for further analysis.

To further examine the clinical value of the consensus

clustering and gene clustering, we evaluated the correlations

among the molecular subtypes, c l inicopathological

characteristics, and prognosis. The clinical characteristics

included age, gender, TNM stage, and grade. Furthermore, we

perform the Kaplan–Meier survival analysis in different clusters

using the survival package of the R software.
Gene set variation analysis

Gene set variation analysis is typically used to estimate variation

in pathway and biological process activity in expression dataset

samples (26). This method was performed to explain the

differences in biological processes between two CAFs-score

subtypes by using “GSVA” R packages. The gene sets of

“c2.cp.kegg.v7.4.symbols.gmt” were downloaded from the MSigDB

database for furtherGSVA.DEGswere analyzedusing theRpackage

clusterProfiler in Gene Ontology (GO) and Kyoto Encyclopedia of

Genes and Genomes (KEGG),with a cutoff value of FDR< 0.05.
Construction and validation of the
prognostic model

LASSO-Cox analysis was utilized to minimize the risk of

over-fitting using the “glmnet” R package. Multivariate Cox

analysis was used to select the candidate genes for establishing

a prognostic model (CAFS-score) in the training cohort. The

CAFS-score was calculated as follows:
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CAFS − score  =  o​ Expi �  coefið Þ
where Coefi and Expi denote the risk coefficient and

expression of each gene, respectively. The cutoff point was

determined using the “survminer” package. According to the

CAFS-score, we revealed that the survival curve was used for

visualization with both training and testing cohorts in the high-

or low-risk group by Kaplan–Meier analysis. p-values< 0.05 were

considered to be statistically significant.
Clinical correlation and stratification
analyses of the CAFS-score

Between the risk score and clinicopathological variables,

univariate and multivariate Cox regression analysis was done

to validate whether the CAFS-score is an independent

prognostic predictor. The results were revealed in the forest

map. Thorsson et al. (27) found that all tumors could be

divided into six immune subtypes, namely, wound healing

(C1), IFN-g dominant (C2), inflammatory (C3), lymphocyte

depleted (C4), immunologically quiet (C5), and TGF-b
dominant (C6). Therefore, we performed the factor of

immune sub-type (https://tcga-pancan-atlas-hub.s3.us-east-1.

amazonaws.com/download/Subtype_Immune_Model_Based.

txt.gz) between different risk groups, using the R software

of “RColorBrewer”.

For the gene mutation analysis, information on genetic

alteration was downloaded from the TCGA and GEO

databases. The R package “Maftools” was utilized for analyzing

the gene mutation in different risk subgroups. Moreover, the

correlation between the CAFS-score and total mutation burden

(TMB) was analyzed and performed in our study. Further

analysis, we revealed the relationship between the CAFS-score

and CSC index. The CSC index was calculated by using

innovative one-class logistic regression (OCLR) machine-

learning algorithm (28). In addition, we explored the

relationship between the different risk groups and MSI.
Identification of immune characteristics
for the CAFS-score

CIBERSORT (https://cibersort.stanford.edu/) is a common

algorithm to obtain cell composition from solid tumors or gene

expression profiles, which was used to analyze the enrichment of

immune cells in the CAFS-score for our study. The different

content of immune infiltrating cells between the high- and low-

risk groups was analyzed by Wilcoxon signed rank test and

performed on the box chart for the TCGA cohort. In further

analysis, we showed the correlations between the abundance of

immune cells and four genes in the prognostic model according

to the training cohort.
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Assessment of immunotherapy

For the predicted assessment of the patientwith immunotherapy

in the prognostic value of the CAFS-score, the time-dependent

receiver operating characteristic (ROC) curve analysis was

performed for obtaining the area under the curve (AUC). In

addition, we not only downloaded the tumor immune dysfunction

and exclusion (TIDE) score online (http://tide.dfci.harvard.edu/) but

obtained the T-cell-inflamed signature (TIS) score calculating the

average value of a log2-scale normalized expression in the 18

signature genes (29). Thereafter, we revealed the results after

comparing the prognostic values of the CAFS-score, TIDE, and

TIS by using the R package “timeROC” and performed time‐

dependent ROC curve analyses to obtain the AUC.

Besides comparing the prognostic values of the CAFS-score,

TIDE, and TIS, we also utilized the immunophenoscore (IPS) to

predict the response of immune checkpoint inhibitors (ICIs)

based on the expression of the main component in tumor

immunity. According to a scale with a range of 0–10 based on

representative cell-type gene expression z-scores, IPS was

calculated where the immunogenicity was positively correlated

with the score of IPS (30). The IPSs of patients with GC were

derived fromThe Cancer ImmunomeAtlas (TCIA) (http://tcia.at/

home). The result was performed using the R package “ggpubr”.
Assessment of drug sensitivity

Thesensitivityofvariousdrugswaspredicted inpatientsbetween

two CAFS-score subgroups. The pRRophetic R package was utilized

for drug prediction (31). Wilcoxon signed-rank test was utilized to

explore the difference in IC50 between different risk groups. The

results were performed by using the R package “ggplot2”.
Establishment and validation of a
nomogram scoring system

According to the independent prognosis outcome, a predictive

nomogram was produced by the clinical characteristics and the

CAFS-score using the “rms” package of R. In the nomogram

scoring system, each variable has a corresponding score, and the

total score is obtained by adding up the scores of all variables for each

sample (32). The nomogramwas evaluated usingROCcurves for the

1-, 3-, and5-year survival rates.Thenomogramcalibrationplotswere

used to describe the predictive value of the anticipated 1-, 3,- and 5-

year survival events in relation to the actual observed outcomes.
Statistical analysis

R software and R Bioconductor packages were used for the

data analysis.(version 4.1.2; https://www.R-project.org).
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Comparison of non-parametric or parametric method

differences was carried out using Wilcoxon test, Kruskal–

Wallis test, and t-test or one-way ANOVA. Spearman’s and

distance correlation analyses were used to calculate the

correlation coefficients. The validity of the model was verified

by the receiver operating characteristic (ROC) curve. Based on

the correlation between the CAFS-score and patient survival, the

best cutoff point of survival information for each cohort was

determined by the Survminer package. Kaplan–Meier test and

Log-rank test were used to analyze the prognosis of survival

curve, which were used to assess differences between groups. The

hazard ratio (HR) of CAF regulators and CAF-related genes was

computed by using the univariate Cox regression model. To

verify whether the CAFS-score was an independent prognostic

predictor, we incorporated the CAFS-score and CAF-related

clinical parameters into a multivariate Cox regression model

analysis. All statistical analyses were bilateral, and statistical

significance was set at p< 0.05.
Result

Overview of genetic changes and
expression variations of CAF-related
regulators in GC

First, we analyzed the gene mutations to understand the

mutation types of the selected CAF-related genes in GC samples

(Figure 1A). At the genetic level, CAF-related regulator mutations

were found in 82 of the 433 samples (approximately 18.94%). The

study revealed that POSTN had the highest frequency of

mutations. In contrast, we observed that IL-33, IL-6, CXCL12,

and SAA1 do not have any mutations in any GC samples. We

determined the frequency of copy number variants (CNVs) in

selected CAF-related genes and discovered changes in selected

CAF-related genes with CNVs on the chromosome (Figures 1B, C).

For example, KLF5 was shown to be a frequent modification, with

the majority of the changes focusing on copy number amplification

on the 13 chromosomes. In terms of expression levels, 14 of 18

selected genes in tumor samples showed a significant difference as

compared with normal samples (Figure 1D). A network was

created to show the whole landscape of the selected genes’

interconnections, regulator linkages, and prognostic significance

in patients with GC (Figure 1E).
Identification of CAF subtypes in GC

First, we analyzed and revealed the selected CAF genes of

prognostic value in the 808 GC patients using the univariate Cox

regression and Kaplan–Meier analysis (Figure S2). We used the

unsupervised clustering technique to identify different
Frontiers in Immunology 05
regulatory patterns based on the expression levels of 18 CAF-

related regulators. For classifying the entire cohort into subtypes

A (n = 444) and B (n = 364), the result revealed that k = 2 seems

to be the perfect choice (Figure 2A and Table S1). For the

survival analysis, the results showed that cluster B had a better

survival probability than cluster A (Figure 2B). Moreover, the

variations in biological behavior between these two patterns

were investigated using gene set variation analysis (GSVA)

enrichment analysis (Figure 2C and Table S2). It showed that

cluster A was enriched in terms of pathways associated with

ECM and tumor invasion, including the ECM–receptor

interaction and Focal adhesion. Figure 2D illustrates that the

CAF gene subtype B patterns were also linked to advanced TNM

stages, particularly the T stage. We explored the 22 infiltrating

immune cell types in the two GC subtypes (Figure 2E). The

result showed that most of the infiltrating immune cells were

significantly different between the two GC subtypes, except

CD56 bright natural killer cells, CD56 dim natural killer cells,

monocytes, and Type 2 T helper cells. In addition, infiltrating

immune cells were abundant in cluster A, except activated CD4

T cells, neutrophils, and Type 17 T helper cells. Following this,

we confirmed that the 18 CAF-related regulators could be used

to discriminate the two regulatory patterns (Figure S3A).

Setting the criteria of |log2(Fold Change)| > 1 and FDR<

0.05, 342 DEGs from consensus clustering were identified.

Under the functional enrichment analysis, GO analysis and

KEGG pathway analysis were performed, significantly related

to the DEGs. For Figure S3B, a total of 342 DEGs were

significantly associated with 789 GO terms (details in Table

S3), such as ECM organization for Biological Process (BP),

collagen-containing ECM for Cellular Component (CC), and

ECM structural constituent for Molecular Function (MF). In

addition, the result of the top 18 KEGG pathways associated with

candidate genes is illustrated in Figure S3C, such as PI3K-Akt

signaling pathway, Focal adhesion, and Protein digestion and

absorption. The results of GO term and KEGG suggested that

the CAFs play a dynamic role in the ECM and tumor invasion.

Identification of gene subtypes based
on DEGs

After further analysis of univariate Cox regression in DEGs,

we identified 316 genes related to survival time (p< 0.05), which

were used in further analysis. A consensus clustering technique

was utilized to classify patients into three genomic subgroups

based on prognostic genes, termed gene subtypes A to C, to

further validate this regulatory mechanism. According to

Kaplan–Meier curves, patients in subtype A had the worst

survival, whereas patients in cluster C had a favorable survival

time (Figure 3A). Furthermore, the gene subtype A pattern was

linked to an advanced TNM stage (Figure 3B). Expression of 14

of the previous18 selected CAF-related genes had a significant
frontiersin.org
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difference among the three gene subtypes, as expected based on

the patterns (Figure 3C).
Establishment risk assessment model and
survival outcomes in GC

The CAFS-score was constructed using DEGs connected to

subtypes. The distribution of patients in the two CAFs subtypes,
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three gene subtypes, and two CAFS-score groups is revealed in

Figure 4A. According to the least partial likelihood deviance, 10

OS-associated genes remained after LASSO regression analysis

(Figures S4A, B). This was followed by multivariate Cox

regression analysis, wherein four genes (MMP11, HEYL,

NNMT, and PDK) were eventually obtained to construct the

prognostic model, named the “CAFS-score”. Based on the results

of the multivariate Cox regression analysis, the CAFS-score was

constructed as follows:
B

C D

E

A

FIGURE 1

Genetic and transcriptional alterations of CAFs-related genes in GC. (A)Mutation frequencies of 18 CAFs-related genes in 433 patients with STAD from
the TCGA cohort. (B) Frequencies of CNV gain, loss, and non-CNV among CAFs-related genes. (C) Locations of CNV alterations in CAFs-related genes
on 23 chromosomes. (D) Expression distributions of 1 8 CAFs-related genes in normal and GC tissues. (E) Interactions among CAFs-related genes in
GC. The connecting line among CAFs-related genes indicates their interaction, and the thickness of lines represents the strength of the association
between CAFs-related genes. Blue and pink represent negative and positive correlations, respectively. *P<0.05, **P<0.01, ***P<0.001.
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Risk score = expression level of MMP11 ∗ (0:13641)

+ expression level of HEYL ∗ (0:13075)

+ expression level of NNMT ∗ (0:11341)

+ expression level of PDK4 ∗ (0:12228)

After further analysis of applying risk score, there was a

significant difference in the CAFS-score between CAF subtypes

and gene subtypes (Figures 4B, C). The distribution plot of the
Frontiers in Immunology 07
CAFS-score demonstrated that the survival times were reduced

while the CAFS-score increased (Figures 4D, E). Finally, we used

the risk score to re-distinguish high- and low-risk groups in the

training cohort and testing cohort. As illustrated in Figures 4F, G,

low-risk patients had a better OS than high-risk patients (p< 0.05,

log-rank test) whether in the training cohort or the GSE62254

cohort. Consistent with the results of the training cohort, patients

from the low-risk group had a betterOS thanhigh-risk patients (p<

0.05, log-rank test) in the GSE26253 cohort (Figure 4H).
B

C D

E

A

FIGURE 2

Identification of CAFs subtypes in GC. (A) Consensus matrix heatmap defining two clusters (k = 2) and their correlation area. (B) Univariate
analysis indicating 18 CAFs-related genes corelated with the OS time. (C) GSVA of biological pathways between two distinct subtypes. (Red
and blue represent activated and inhibited pathways, respectively). (D) Differences in clinicopathologic features and expression levels of
CAFs-related genes between the two distinct subtypes. (E) The 22 infiltrating immune cell types in the two GC subtypes. **P<0.01,
***P<0.001.
frontiersin.org

https://doi.org/10.3389/fimmu.2022.951214
https://www.frontiersin.org/journals/immunology
https://www.frontiersin.org


Mak et al. 10.3389/fimmu.2022.951214
Clinicopathologic characteristics of
TCGA in the CAFS-score

Based on univariate Cox regression analysis, Figure 5A illustrates

that age, CAFS-score, and stage were significantly associated with the

prognosis of GC. After further multivariate Cox regression analysis,

Figure 5B shows that the CAFS-score presented as an independent

prognostic factorafteradjustingforotherclinicopathologic factors.The

clinicopathologic characteristics of GC patients in the TCGA cohort

are shown inFigure5C,which revealed a significantdifference ingrade

and TNM stage, especially for T stage. Furthermore, we found that

there wasmore early TNMstage in the low-risk subgroup, while there

wasmore advanced TNM stage in the high-risk subgroup (Figure 5D,

p< 0.05). In addition, we found that the immune sub-types were

significantly related to the risk between the two risk subgroups

(Figure 5E, p< 0.05). Meanwhile, GSVA enrichment analysis was

used to explore the differences in biological behavior between the two

risk subgroups (Figure S5). It illustrated that the high-risk groupswere

associated with ECM and tumor invasion, including the ECM–

receptor interaction and Focal adhesion.

Relationship of the CAFS-score with
TMB, MSI, and CSC index

We analyzed the gene mutations to further understand the

immunological nature in different risk subgroups. We identified
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the top 20 genes with the highest mutation rates in the high-risk

subgroup (Figure 6A) and low-risk subgroup (Figure 6B). The

results illustrated that missense mutation was the most common

mutation type. The mutation rates of TTN, MUC16, and TP53

were not only higher than 25% in both groups, but the most

common in both groups. Moreover, we analyzed the relationship

between the risk score and TMB. The expression of TMB was

significantly higher in the low-risk subgroup than in the high-

risk subgroup (Figure 6C). In addition, the risk score was

correlated with TMB in gene subtypes (r = −0.26, p< 0.05), as

revealed in Figure 6D.

Moreover, we observed that the risk score was correlated

with the CSC index (r = −0.66, p< 0.05), as shown in Figure 6E.

Finally, we revealed that a low CAFS-score was linked to MSI-H

status, whereas a high CAFS-score was linked to microsatellite

stable (MSS) status (Figures 6F, G).
Immune infiltration in CAFS-score subgroup

The gene expression matrix of the TCGA database in GC was

uploaded into CIBERSORT web to estimate the fractions of 22

immune cells. Next, we explored the composition of immune cells in

different risk subgroups (Figure 7A) in the TCGA database of GC

samples. The result illustrated that the patients in the high-risk

subgroup had significantly higher proportions of monocytes, M2
B

C

A

FIGURE 3

Identification of gene subtypes based on DEGs. (A) Kaplan-Meier curves for RFS of the three gene subtypes (log-rank tests, p < 0.001). (B)
Relationships between clinicopathologic features and the three gene subtypes. (C) Differences in the expression of 18 CAFs-related genes
among the three gene subtypes. *P<0.05, **P<0.01, ***P<0.001.
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macrophages, and resting mast cells, while plasma cells and follicular

helper T cells weremore abundant in the low-risk subgroup (p< 0.05)

(Figure 7B). We also found that the infiltrating abundance of M0

macrophages, resting mast cells, resting dendritic cells, M2

macrophages, resting NK cells, and CD8 T cells was significantly

relatedtoOS(p<0.05)(FigureS6).Thehigher infiltratingabundanceof

macrophages M2 was associated with poorer OS.

Based on the training set, we explored that the CAFS-score was

positively correlated tonaïve B cells,M2macrophages, restingmast

cells, monocytes, andCD4memory resting T cells (Figure 7C). The

four genes were also shown to be highly linked to the majority of

immune cells (Figure 7D). Therefore, theCAFS-score is statistically

correlated with the infiltration of most kinds of immune cells. This

means that the CAFS-score has the potential to indicate poor

prognosis under different immune infiltrations.

Immunotherapy prediction

This study aims to assess the potential efficacy of

immunotherapy in a clinical setting in different risk subgroups.
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To illustrate, a higher TIDE prediction score corresponded with

a higher potential for immune evasion, which proved that the

patients were unlikely to benefit from the treatment of

immunotherapy. The subgroup with low risk had lower TIDE

scores than the subgroup with high risk, which means that

patients with low risk were more likely to benefit from ICI

treatment than those with high risk (Figure 8A), whereas higher

TIDE prediction scores are associated with poorer benefits from

ICI treatment. For a lower TIDE score, the patients with low risk

might have a better prognosis than those with high risk.

Moreover, we found that the T-cell exclusion score

(Figure 8C) and T-cell dysfunction (Figure 8D) were

significantly different between the two risk subgroups, except

the MSI score (Figure 8B). Under the AUC, the result illustrated

that our risk model was the best compared with TIS and TIDE

(Figure 8E). Therefore, we suggested that the predictive value of

risk was comparable with 18-gene TIS and TIDE.

Besides utilizing the TIDE score, we also analyzed the

correlation between the risk and IPS in GC patients to predict

the response of ICIs. For the IPS, cytotoxic T lymphocyte
B C

D E
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FIGURE 4

Establishment risk assessment model and survival outcomes in GC. (A) Alluvial diagram of the subtype distributions in groups with different
CAFS-score and survival outcomes. (B) Differences in CAFS-score between two CAF subtypes. (C) Differences in CAFS-score between three
gene subtypes. (D, E) Ranked dot and scatter plots representing the CAFS-score distribution and patient survival status. (F-H) Kaplan-Meier
analysis of the RFS between the two risk groups in the TCGA, GSE62254, and GSE26253 cohort.
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antigen-4 (CTLA-4), programmed cell death protein 1 (PD-1),

and programmed death ligand-1 (PD-L1) were the immune

checkpoints. Therefore, their immune checkpoints were utilized

to evaluate the potential ICI treatment (Figure 9). As a result, we

found that they were significantly elevated in the low-risk group,

which was categorized by the risk, which means more

immunogenicity on ICIs in the low-risk group. Collectively,

these results suggested that the low-risk group was more likely to

have an immune response and respond to immunotherapy.
Drug sensitivity

Except for assessment of ICI treatment, we tried to find the

links between different risk groupings and the effectiveness of

chemotherapy for treating GC in the training cohort. We

illustrated that the low risk was associated with a lower half

inhibitory concentration (IC50) of chemo-therapeutics such as

Mitomycin C, Paclitaxel, and Sorafenib (p< 0.05), whereas the

high risk was associated with a low IC50 such as Pazopanib,
Frontiers in Immunology 10
Imatinib, and Bryostatin (p< 0.05). Therefore, Figure 10

illustrates that the CAFS-score acted as a potential predictor

for chemo-sensitivity, and details are shown in Table S4.
Establishment of a nomogram to
predict survival

Given the inconvenient clinical value of the CAFS-score in

predicting OS in patients with GC, a nomogram incorporating

the CAFS-score and clinicopathological characteristics was

developed to predict 1-, 3-, and 5-year OS rates in patients

with GC (Figure 11A). For the TCGA, GSE62254, and

GSE26253 cohorts, our AUC studies on the nomogram model

revealed a good accuracy for OS at 1, 3, and 5 years

(Figures 11B–D). In the TCGA, GSE62254, and GSE26253

cohorts, the proposed nomogram performed similarly to an

ideal model according to the calibration plots (Figures 11E–G).

Finally, we compared the nomogram’s prediction accuracy to

that of the TNM stage in the TCGA, GSE62254, and GSE26253
B

C D

E

A

FIGURE 5

Clinicopathologic characteristics of TCGA in CAFS-score. (A) The Univariate Cox regression analysis in CAFS-score subgroups. (B) The multiple
Cox regression analysis in CAFS-score subgroups. (C) The clinicopathologic characteristics of GC patients in the TCGA cohort. (D, E) The
staging and the immune subtypes was significantly related to the risk between the two CAFS-score subgroups, respectively. *P<0.05,
***P<0.001.
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cohorts (Figure S7). The results illustrated that the nomogram’s

AUC values were greater than the TNM stage in three cohorts.
Discussion

Globally, GC is one of the leading causes of preventable

death and ranks fifth in incidence (5.6%) and fourth in

mortality (7.7%) among malignant tumors (2, 33). The

etiology of this tumor remains poorly understood. Despite

the rapid development of biological agents, the choices of
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treatment in GC are limited until now. Meanwhile, the

prognosis of advanced GC under the primary treatment

remains disappointing (34). CAFs are the most abundant cell

in the TME of GC. By exerting ECM deposition and

remodeling, the activated CAFs exhibit extensive reciprocal

signaling interaction, crosstalk with immune cells, and mediate

oncogenesis and progression of GC (5, 9, 35). However, it is not

precise to focus on a single gene or an entire CAF-related gene

set to correlate with GC prognosis. Hence, the results of the

present study are based on an 18-identified GC-related CAF

gene set and constructed a CAFS-risk score to predict
B

C D
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FIGURE 6

Characteristic in gene mutation and relationship of CAFS-score with MSI and CSC index. (A, B) Significantly mutated genes in the mutated GC
samples of the high and the low risk groups, respectively. Mutated genes (rows, top 20) are ordered by mutation rate; samples (columns) are
arranged to emphasize mutual exclusivity among mutations. The right shows mutation percentage, and the top shows the overall number of
mutations. The color-coding indicates the mutation type. (C) The TMB of two differen risk subgroups. (D) Relationships between CAFS-score
and TMR in three gene subtypes. (E) Relationships between CAFS-score and CSC index. (F, G) Relationships between CAFS-score and MSI.
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FIGURE 7

Immune Infiltration in two CAFS-score subgroup (TCGA). (A) Composition of immune cells in two CAFS-score subgroup. (B) The Relative
immune infiltration score of 22 immune cells between low- and high-risk groups. (C) Relationships between CAFS-score and different immune
cells. (D) Correlations between the abundance of immune cells and four genes in the proposed model. *P<0.05, **P<0.01, ***P<0.001
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prognosis and guidelines for the individualized clinical

strategies of GC.

Consensus clustering algorithms offer the ability to

efficiently analyze and identify clusters of patients with

different characteristics in a large amount of data (36).

Therefore, we used this unsupervised algorithm to identify two

distinct molecular subtypes based on the expression levels of 18

CAF-related regulators. We found that patients with subtype B

had a better survival probability than subtype A patients. We

also used GSVA enrichment analysis to investigate the variations

in biological behavior between these two subtypes. Subtype A

was enriched in terms of pathways associated with ECM and

tumor invasion, especially ECM–receptor interaction and Focal

adhesion. Some literature proved that the ECM receptor
Frontiers in Immunology 13
contributes to GC progression and poor survival (37). Focal

adhesion-related proteins independently predicted the poor

clinical prognosis of GC (38). Moreover, this consensus

clustering algorithm was also used to classify the patient into

three different subtype groups for deeper analysis according to

the expression of prognostic DEGs.

In this study, we constructed the powerfully effective

prognostic model and demonstrated its predictive ability. The

expression levels of four genes (MMP11, PDK4, HEYL, and

NNMT), including the CAF-related gene, MMP11, were also

explored in GC. MMP11, one kind of ECM-degrading protease,

in exosomes was secreted from CAFs and promoted GC cell

migration and invasion by regulating and shaping the TME.

Normally, MMP11 is absent in human organs, and the
B C DA

FIGURE 9

The prognostic value of CAFS-score in immunotherapy from TCGA cohort. (A–D) The vioplot of the difference expression of CTLA4 and PD-1
between high- and low-risk groups.
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A

FIGURE 8

The prognostic value of CAFS-score in immunotherapy from TCGA cohort. (A–D) TIDE, MSI, T cell exclusion, and T cell dysfunction score in
two CAFS-score subgroup, respectively. (E) ROC analysis of CAFS-score, TIDE, and TIS on OS in GC cohort. ***P<0.001, ns, P>0.05.
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expression level of MMP11 correlates to the OS of gastric

patients (10, 11). HEYL and NNMT are usually upregulated in

GC. Both act as an oncogenic factor to promote the carcinogenic

and progressive process of GC via activating CDH11 and

transforming growth factor-b (TGF-b) expression, respectively
(39, 40). PDK4 promotes the Warburg effect in GC and the

overexpression of PDK4 also leads to drug resistance and GC

metastasis (41).

To further improve the accuracy of prognostic prediction,

we constructed and validated a nomogram by screening various

indexes, CAFS-score, age, gender, and pathological stage. The

result illustrated that age, CAFS-score, and pathological stage

were significantly associated with the prognosis of GC. Under

the newest edition of AJCC, In et al. found that the pathological

stage was closely associated with the prognosis of GC (42, 43).

Moreover, we developed a quantitative nomogram that

increased performance and made it easier to use the CAFS-

score. GC is considered as an age-related disease, because older

cancer patients have been shown to have poorer OS outcomes

(44). According to the result, we found that the CAFS-score

presented as an independent prognostic factor. Thorsson et al.

(27) found that all tumors could be divided into six immune

subtypes that are intended to serve as a resource for future

targeted studies to further advance the field. Therefore, we found

that the factor of immune subtypes was closely correlated with

the risk score. These immune subtypes represent features of the

TME that largely cut across traditional cancer classifications to

create subgroups and suggest that certain treatments may be

independent of histological type (27).
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Numerous studies on various tumors have shown that

patients with high TMB tend to favor good survival rates (45).

Similarly, we illustrated that higher TMB was seen in the low risk

of the CAFS-score. It means that high TMB has significantly

better OS than the patients with a low TMB. In some literature,

MUC16 mutations are associated with better prognosis and

higher TMB in GC, while TTN mutations are associated with

better response to immune checkpoint blockade in solid tumors

(43, 46, 47). Even though TP53 is one of the most frequently

mutated genes, it is insufficient to properly predict patient

outcomes (48, 49). Patients with a high level of MSI respond

better to immunotherapy and may benefit from it (50).

Therefore, GC patients with a low-risk score had a better

benefit from immunotherapy. In addition, GC cells with a

lower CAFS-score exhibited more pronounced stem cell

characteristics and a lower degree of cell differentiation.

To explore the importance of immune cell infiltration in GC

with different risk groups for our study, CIBERSORT was utilized

for analyzing the relative proportion of 22 immune cells in each

GC specimen. As we know, circulating monocytes in peripheral

blood migrate to tissue where they differentiate to macrophages or

dendritic cells. Macrophages can be differentiated into two main

types (M1 macrophages and M2 macrophages) depending on

mode of activation and function. Meanwhile, some literature

indicated that M2 macrophages can promote tumor growth in

GC (51, 52). Consistent with these studies, we illustrated that less

infiltration ofM2 had a better prognosis. Wang et al. analyzed that

the greater risk score resulted in a considerably shorter total

survival time, and there was a positive association between risk
B C
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A

FIGURE 10

Relationships between CAFS-score and medicine sensitivity. Lower IC50 of indicated chemo-therapeutics drugs in low (A–C) and high (D–F)
CAFS-score group, respectively.
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score and dendritic cell infiltration in GC (53). Our result showed

that the CAFs gene is associated with ECM-associated pathways.

Therefore, less infiltration of dendritic cells had a better prognosis

according to our result. The literature revealed that infiltrating

mast cells are seen in large numbers in GC, which is linked to

tumor growth and predicts poorer OS (54). Consistent with this

study, we illustrated that more infiltration of mast cells had a

poorer prognosis. According to the evidence, we believed that the

CAFS-score had the potential to reflect immune cell infiltration as

well as the prognostic significance of various immune cell types.

In our study, we explored the CAFS‐based differences in the

TME that might reflect different immune benefits from ICI

therapy by utilizing TIDE and IPS. Firstly, the TIDE score is

associated with the two different mechanisms of immune escape,
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namely, dysfunction of tumor-infiltrating cytotoxic T

lymphocytes (CTLs) and exclusion of CTL. For the evidence,

TIDE scores correlate to the potential of anti-tumor immune

escape and thus show the response rate to ICI treatment (55).

According to our analysis, we found that the lower CAFS-score

corresponds to a lower score of the TIDE than high CAFS-score

patients, and thus higher ICI response might predictably occur.

Secondly, the IPS is mainly associated with a couple of immune

checkpoints, including CTLA-4, PD-1, and PD-L1. For the

clinical trial with immunotherapy, literature demonstrated that

avelumab (anti-PD-1) has anti-tumor activity and is safe for

patients with GC, which is administered as maintenance therapy

(after the disease is under control with standard chemotherapy)

(56). Consistent with our results, it was significantly higher in
B C D
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A

FIGURE 11

Construction and validation of a nomogram. (A) Nomogram for predicting the 1-, 3-, and 5-year OS of GC patients in TCGA cohort. (B-D) ROC
curves for predicting the 1-, 3-, and 5-year ROC curves in TCGA, GSE62254, and GSE26253 cohorts. (E-G) Calibration curves of the nomogram
for predicting of 1-, 3-, and 5-year OS in the TCGA, GSE62254, and GSE26253 cohorts. ***P<0.001.
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the low-risk group, which was categorized by the CAFS-score.

Based on the results identified with TIDE and IPS, we discovered

that the CAFS-score may distinguish between various outcomes

in individuals receiving immunotherapy. The CAFS-predictive

score’s value has the potential to offer a theoretical foundation

for ICI treatment selection in clinical trials. This predictive

model could assist to speed up the development of

personalized cancer therapies.

According to the clinical trial, the literature showed that

immune therapy in patients with GC had a great outcome before

the disease was under control by standard chemotherapy (56).

We wanted to figure out if the combination treatment with

chemotherapy and immune therapy in GC had a better efficacy

for further study. Therefore, we explored the sensitivity of various

drugs in patients between two risk subgroups. Our study

demonstrated that the low-risk group had a high potential for

ICI response; meanwhile, we found out that the low risk was

highly associated with sensitive drugs, including Mitomycin C,

Paclitaxel, and Sorafenib. It means that further studies can focus

on the combined treatment for GC patients. These drugs were

found by the predictive model of the CAFS-score and had

potential to treat GC under specific conditions (57–59).

Our comprehensive analysis demonstrated that the CAFS-

score grouping might help to differentiate the clinicopathological

features, immune infiltration, and clinical prognosis of GC

patients. Furthermore, this study sheds light on the role of the

CAFS-score in prognosis predictive value, and provides insights

into individualized strategies, guiding immunotherapy, and

chemotherapy. However, further studies on interactions

among these model genes and their biological mechanisms

are needed.
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.
Author contributions

Conceptualization: TM, XL, HH, and ZH. Data curation:

TM, XL, HH, and KW. Formal analysis: TM, XL, HH, and KW.
Frontiers in Immunology 16
Data analysis: TM and XL. Investigation: TM, XL, and HH.

Methodology: TM, XL, and HH. Project administration: CZ, YH,

and ZH. Resources: TM, XL, and HH. Original draft: TM, XL,

and HH. Writing, review, and editing: TM, XL, HH, and ZH. All

authors contributed to the article and approved the

submitted manuscript.
Funding

This study was supported by the Guangdong Provincial

Key Laboratory of Digestive Cancer Research (No.

2021B1212040006), the Shenzhen Sustainable Project

(KCXFZ202002011010593), the National Natural Science

Foundation of China (82073148), the National Natural Science

Foundation of China (81772579), the Sanming Project of

Medicine in Shenzhen (No. SZSM201911010), the Shenzhen

Key Medical Discipline Construction Fund (No.SZXK016), and

the Guangdong–Hong Kong–Macau University Joint

Laboratory of Digestive Cancer Research (2021LSYS003).
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.
Supplementary material

The Supplementary Material for this article can be found

online at: https://www.frontiersin.org/articles/10.3389/

fimmu.2022.951214/full#supplementary-material.
References

1. Bray F, Laversanne M, Weiderpass E, Soerjomataram I. The ever-increasing
importance of cancer as a leading cause of premature death worldwide. Cancer
(2021) 127(16):3029–30. doi: 10.1002/cncr.33587

2. Sung H, Ferlay J, Siegel RL, Laversanne M, Soerjomataram I, Jemal A, et al.
Global cancer statistics 2020: GLOBOCAN estimates of incidence and mortality
worldwide for 36 cancers in 185 countries. CA Cancer J Clin (2021) 71(3):209–49.
doi: 10.3322/caac.21660

3. Smyth EC, Nilsson M, Grabsch HI, van Grieken NC, Lordick F. Gastric
cancer. Lancet (2020) 396(10251):635–48. doi: 10.1016/S0140-6736(20)
31288-5
frontiersin.org

https://www.frontiersin.org/articles/10.3389/fimmu.2022.951214/full#supplementary-material
https://www.frontiersin.org/articles/10.3389/fimmu.2022.951214/full#supplementary-material
https://doi.org/10.1002/cncr.33587
https://doi.org/10.3322/caac.21660
https://doi.org/10.1016/S0140-6736(20)31288-5
https://doi.org/10.1016/S0140-6736(20)31288-5
https://doi.org/10.3389/fimmu.2022.951214
https://www.frontiersin.org/journals/immunology
https://www.frontiersin.org


Mak et al. 10.3389/fimmu.2022.951214
4. Quail DF, Joyce JA. Microenvironmental regulation of tumor progression
and metastasis. Nat Med (2013) 19(11):1423–37. doi: 10.1038/nm.3394

5. Kobayashi H, Enomoto A, Woods SL, Burt AD, Takahashi M, Worthley DL.
Cancer-associated fibroblasts in gastrointestinal cancer. Nat Rev Gastroenterol
Hepatol (2019) 16(5):282–95. doi: 10.1038/s41575-019-0115-0

6. Zhou Q, Wu X, Wang X, Yu Z, Pan T, Li Z, et al. The reciprocal interaction
between tumor cells and activated fibroblasts mediated by TNF-alpha/IL-33/ST2L
signaling promotes gastric cancer metastasis. Oncogene (2020) 39(7):1414–28.
doi: 10.1038/s41388-019-1078-x

7. Qin Y, Wang F, Ni H, Liu Y, Yin Y, Zhou X, et al. Cancer-associated
fibroblasts in gastric cancer affect malignant progression via the CXCL12-CXCR4
axis. J Cancer (2021) 12(10):3011–23. doi: 10.7150/jca.49707

8. Wu X, Tao P, Zhou Q, Li J, Yu Z, Wang X, et al. IL-6 secreted by cancer-
associated fibroblasts promotes epithelial-mesenchymal transition and metastasis
of gastric cancer via JAK2/STAT3 signaling pathway. Oncotarget (2017) 8
(13):20741–50. doi: 10.18632/oncotarget.15119

9. Chen X, Song E. Turning foes to friends: targeting cancer-associated
fibroblasts. Nat Rev Drug Discov (2019) 18(2):99–115. doi: 10.1038/s41573-018-
0004-1

10. Kessenbrock K, Plaks V, Werb Z. Matrix metalloproteinases: regulators of
the tumor microenvironment. Cell (2010) 141(1):52–67. doi: 10.1016/
j.cell.2010.03.015

11. Xu G, Zhang B, Ye J, Cao S, Shi J, Zhao Y, et al. Exosomal miRNA-139 in
cancer-associated fibroblasts inhibits gastric cancer progression by repressing
MMP11 expression. Int J Biol Sci (2019) 15(11):2320–9. doi: 10.7150/ijbs.33750

12. Li X, Sun Z, Peng G, Xiao Y, Guo J, Wu B, et al. Single-cell RNA sequencing
reveals a pro-invasive cancer-associated fibroblast subgroup associated with poor
clinical outcomes in patients with gastric cancer. Theranostics (2022) 12(2):620–38.
doi: 10.7150/thno.60540

13. Wang R, Sun Y, Yu W, Yan Y, Qiao M, Jiang R, et al. Downregulation of
miRNA-214 in cancer-associated fibroblasts contributes to migration and invasion
of gastric cancer cells through targeting FGF9 and inducing EMT. J Exp Clin
Cancer Res (2019) 38(1):20. doi: 10.1186/s13046-018-0995-9

14. Piersma B, Hayward MK, Weaver VM. Fibrosis and cancer: A strained
relationship. Biochim Biophys Acta Rev Cancer (2020) 1873(2):188356.
doi: 10.1016/j.bbcan.2020.188356

15. Zhang T, Li X, He Y, Wang Y, Shen J, Wang S, et al. Cancer-associated
fibroblasts-derived HAPLN1 promotes tumour invasion through extracellular
matrix remodeling in gastric cancer. Gastric Cancer (2022) 25(2):346–59.
doi: 10.1007/s10120-021-01259-5

16. Fujii S, Fujihara A, Natori K, Abe A, Kuboki Y, Higuchi Y, et al. TEM1
expression in cancer-associated fibroblasts is correlated with a poor prognosis in
patients with gastric cancer. Cancer Med (2015) 4(11):1667–78. doi: 10.1002/
cam4.515

17. Ishimoto T, Miyake K, Nandi T, Yashiro M, Onishi N, Huang KK, et al.
Activation of transforming growth factor beta 1 signaling in gastric cancer-
associated fibroblasts increases their motility, via expression of rhomboid 5
homolog 2, and ability to induce invasiveness of gastric cancer cells.
Gastroenterology (2017) 153(1):191–204 e16. doi: 10.1053/j.gastro.2017.03.046

18. Shen J, Zhai J, You Q, Zhang G, He M, Yao X, et al. Cancer-associated
fibroblasts-derived VCAM1 induced by h. pylori infection facilitates tumor
invasion in gastric cancer. Oncogene (2020) 39(14):2961–74. doi: 10.1038/
s41388-020-1197-4

19. Wang X, Che X, Liu C, Fan Y, Bai M, Hou K, et al. Cancer-associated
fibroblasts-stimulated interleukin-11 promotes metastasis of gastric cancer cells
mediated by upregulation of MUC1. Exp Cell Res (2018) 368(2):184–93.
doi: 10.1016/j.yexcr.2018.04.028

20. Yang T, Chen M, Yang X, Zhang X, Zhang Z, Sun Y, et al. Down-regulation
of KLF5 in cancer-associated fibroblasts inhibit gastric cancer cells progression by
CCL5/CCR5 axis. Cancer Biol Ther (2017) 18(10):806–15. doi: 10.1080/
15384047.2017.1373219

21. Yang Y, Ma Y, Yan S, Wang P, Hu J, Chen S, et al. CAF promotes
chemoresistance through NRP2 in gastric cancer. Gastric Cancer (2022) 25
(3):503–14. doi: 10.1007/s10120-021-01270-w

22. Yasukawa Y, Hattori N, Iida N, Takeshima H, Maeda M, Kiyono T, et al.
SAA1 is upregulated in gastric cancer-associated fibroblasts possibly by its
enhancer activation. Carcinogenesis (2021) 42(2):180–9. doi: 10.1093/carcin/
bgaa131

23. Jin X, Qiu X, Huang Y, Zhang H, Chen K. miR-223-3p carried by cancer-
associated fibroblast microvesicles targets SORBS1 to modulate the progression of
gastric cancer. Cancer Cell Int (2022) 22(1):96. doi: 10.1186/s12935-022-02513-1

24. Ma Y, Zhu J, Chen S, Ma J, Zhang X, Huang S, et al. Low expression of
SPARC in gastric cancer-associated fibroblasts leads to stemness transformation
and 5-fluorouracil resistance in gastric cancer. Cancer Cell Int (2019) 19:137.
doi: 10.1186/s12935-019-0844-8
Frontiers in Immunology 17
25. Wilkerson MD, Hayes DN. ConsensusClusterPlus: a class discovery tool
with confidence assessments and item tracking. Bioinformatics (2010) 26
(12):1572–3. doi: 10.1093/bioinformatics/btq170

26. Hänzelmann S, Castelo R, Guinney J. GSVA: gene set variation analysis for
microarray and RNA-seq data. BMC Bioinf (2013) 14:7. doi: 10.1186/1471-2105-
14-7

27. Thorsson V, Gibbs DL, Brown SD, Wolf D, Bortone DS, Ou Yang TH, et al.
The immune landscape of cancer. Immunity (2018) 48(4):812–830 e14.
doi: 10.1016/j.immuni.2018.03.023

28. Malta TM, Sokolov A, Gentles AJ, Burzykowski T, Poisson L, Weinstein JN,
et al. Machine learning identifies stemness features associated with oncogenic
dedifferentiation. Cell (2018) 173(2):338–354 e15. doi: 10.1016/j.cell.2018.03.034

29. Ayers M, Lunceford J, Nebozhyn M, Murphy E, Loboda A, Kaufman DR,
et al. IFN-gamma-related mRNA profile predicts clinical response to PD-1
blockade. J Clin Invest (2017) 127(8):2930–40. doi: 10.1172/JCI91190

30. Charoentong P, Finotello F, Angelova M, Mayer C, Efremova M, Rieder D,
et al. Pan-cancer immunogenomic analyses reveal genotype-immunophenotype
relationships and predictors of response to checkpoint blockade. Cell Rep (2017) 18
(1):248–62. doi: 10.1016/j.celrep.2016.12.019

31. Geeleher P, Cox N, Huang RS. pRRophetic: an r package for prediction of
clinical chemotherapeutic response from tumor gene expression levels. PloS One
(2014) 9(9):e107468. doi: 10.1371/journal.pone.0107468

32. Iasonos A, Schrag D, Raj GV, Panageas KS. How to build and interpret a
nomogram for cancer prognosis. J Clin Oncol (2008) 26(8):1364–70. doi: 10.1200/
JCO.2007.12.9791

33. Bray F, Ferlay J, Soerjomataram I, Siegel RL, Torre LA, Jemal A. Global
cancer statistics 2018: GLOBOCAN estimates of incidence and mortality
worldwide for 36 cancers in 185 countries. CA Cancer J Clin (2018) 68(6):394–
424. doi: 10.3322/caac.21492

34. Ajani JA, D'Amico TA, Almhanna K, Bentrem DJ, Chao J, Das P, et al.
Gastric cancer, version 3.2016, NCCN clinical practice guidelines in oncology. J
Natl Compr Canc Netw (2016) 14(10):1286–312. doi: 10.6004/jnccn.2016.0137

35. Biffi G, Tuveson DA. Diversity and biology of cancer-associated fibroblasts.
Physiol Rev (2021) 101(1):147–76. doi: 10.1152/physrev.00048.2019

36. Alyousef AA, Nihtyanova S, Denton C, Bosoni P, Bellazzi R, Tucker A.
Nearest consensus clustering classification to identify subclasses and predict
disease. J Healthc Inform Res (2018) 2(4):402–22. doi: 10.1007/s41666-018-0029-6

37. Yang X, Chen L, Mao Y, Hu Z, He M. Progressive and prognostic
performance of an extracellular matrix-receptor interaction signature in gastric
cancer. Dis Markers (2020) 2020:8816070. doi: 10.1155/2020/8816070

38. Park JH, Lee BL, Yoon J, Kim J, Kim MA, Yang HK, et al. Focal adhesion
kinase (FAK) gene amplification and its clinical implications in gastric cancer.
Hum Pathol (2010) 41(12):1664–73. doi: 10.1016/j.humpath.2010.06.004

39. Liu H, Ni S, Wang H, Zhang Q, Weng W. Charactering tumor
microenvironment reveals stromal-related transcription factors promote tumor
carcinogenesis in gastric cancer. Cancer Med (2020) 9(14):5247–57. doi: 10.1002/
cam4.3133

40. Zhu AK, Shan YQ, Zhang J, Liu XC, Ying RC, Kong WC. Exosomal NNMT
from peritoneum lavage fluid promotes peritoneal metastasis in gastric cancer.
Kaohsiung J Med Sci (2021) 37(4):305–13. doi: 10.1002/kjm2.12334

41. Miao Y, Li Q, Sun G, Wang L, Zhang D, Xu H, et al. MiR-5683 suppresses
glycolysis and proliferation through targeting pyruvate dehydrogenase kinase 4 in
gastric cancer. Cancer Med (2020) 9(19):7231–43. doi: 10.1002/cam4.3344

42. Amin MBAmerican Joint Committee on Cancer and American Cancer
Society. AJCC cancer staging manual. eight edition. In: MB Amin, SB Edge, DM
Gress and LR Meyer, editors. Chicago IL: American Joint committee on cancer, vol.
xvii. New York: Springer (2017). p. 1024.

43. In H, Solsky I, Palis B, Langdon-Embry M, Ajani J, Sano T. Validation of the
8th edition of the AJCC TNM staging system for gastric cancer using the national
cancer database. Ann Surg Oncol (2017) 24(12):3683–91. doi: 10.1245/s10434-017-
6078-x

44. Coleman MP, Forman D, Bryant H, Butler J, Rachet B, Maringe C, et al.
Cancer survival in Australia, Canada, Denmark, Norway, Sweden, and the UK,
1995-2007 (the international cancer benchmarking partnership): an analysis of
population-based cancer registry data. Lancet (2011) 377(9760):127–38.
doi: 10.1016/S0140-6736(10)62231-3

45. Marabelle A, Fakih M, Lopez J, Shah M, Shapira-Frommer R, Nakagawa K,
et al. Association of tumour mutational burden with outcomes in patients with
advanced solid tumours treated with pembrolizumab: prospective biomarker
analysis of the multicohort, open-label, phase 2 KEYNOTE-158 study. Lancet
Oncol (2020) 21(10):1353–65. doi: 10.1016/S1470-2045(20)30445-9

46. Li X, Pasche B, Zhang W, Chen K. Association of MUC16 mutation with
tumor mutation load and outcomes in patients with gastric cancer. JAMA Oncol
(2018) 4(12):1691–8. doi: 10.1001/jamaoncol.2018.2805
frontiersin.org

https://doi.org/10.1038/nm.3394
https://doi.org/10.1038/s41575-019-0115-0
https://doi.org/10.1038/s41388-019-1078-x
https://doi.org/10.7150/jca.49707
https://doi.org/10.18632/oncotarget.15119
https://doi.org/10.1038/s41573-018-0004-1
https://doi.org/10.1038/s41573-018-0004-1
https://doi.org/10.1016/j.cell.2010.03.015
https://doi.org/10.1016/j.cell.2010.03.015
https://doi.org/10.7150/ijbs.33750
https://doi.org/10.7150/thno.60540
https://doi.org/10.1186/s13046-018-0995-9
https://doi.org/10.1016/j.bbcan.2020.188356
https://doi.org/10.1007/s10120-021-01259-5
https://doi.org/10.1002/cam4.515
https://doi.org/10.1002/cam4.515
https://doi.org/10.1053/j.gastro.2017.03.046
https://doi.org/10.1038/s41388-020-1197-4
https://doi.org/10.1038/s41388-020-1197-4
https://doi.org/10.1016/j.yexcr.2018.04.028
https://doi.org/10.1080/15384047.2017.1373219
https://doi.org/10.1080/15384047.2017.1373219
https://doi.org/10.1007/s10120-021-01270-w
https://doi.org/10.1093/carcin/bgaa131
https://doi.org/10.1093/carcin/bgaa131
https://doi.org/10.1186/s12935-022-02513-1
https://doi.org/10.1186/s12935-019-0844-8
https://doi.org/10.1093/bioinformatics/btq170
https://doi.org/10.1186/1471-2105-14-7
https://doi.org/10.1186/1471-2105-14-7
https://doi.org/10.1016/j.immuni.2018.03.023
https://doi.org/10.1016/j.cell.2018.03.034
https://doi.org/10.1172/JCI91190
https://doi.org/10.1016/j.celrep.2016.12.019
https://doi.org/10.1371/journal.pone.0107468
https://doi.org/10.1200/JCO.2007.12.9791
https://doi.org/10.1200/JCO.2007.12.9791
https://doi.org/10.3322/caac.21492
https://doi.org/10.6004/jnccn.2016.0137
https://doi.org/10.1152/physrev.00048.2019
https://doi.org/10.1007/s41666-018-0029-6
https://doi.org/10.1155/2020/8816070
https://doi.org/10.1016/j.humpath.2010.06.004
https://doi.org/10.1002/cam4.3133
https://doi.org/10.1002/cam4.3133
https://doi.org/10.1002/kjm2.12334
https://doi.org/10.1002/cam4.3344
https://doi.org/10.1245/s10434-017-6078-x
https://doi.org/10.1245/s10434-017-6078-x
https://doi.org/10.1016/S0140-6736(10)62231-3
https://doi.org/10.1016/S1470-2045(20)30445-9
https://doi.org/10.1001/jamaoncol.2018.2805
https://doi.org/10.3389/fimmu.2022.951214
https://www.frontiersin.org/journals/immunology
https://www.frontiersin.org


Mak et al. 10.3389/fimmu.2022.951214
47. Yang Y, Zhang J, Chen Y, Xu R, Zhao Q, Guo W. MUC4, MUC16, and TTN
genes mutation correlated with prognosis, and predicted tumor mutation burden
and immunotherapy efficacy in gastric cancer and pan-cancer. Clin Transl Med
(2020) 10(4):e155. doi: 10.1002/ctm2.155

48. Park S, Lee J, Kim YH, Park J, Shin JW, Nam S. Clinical relevance and
molecular phenotypes in gastric cancer, of TP53 mutations and gene expressions,
in combination with other gene mutations. Sci Rep (2016) 6:34822. doi: 10.1038/
srep34822

49. Robles AI, Harris CC. Clinical outcomes and correlates of TP53 mutations
and cancer. Cold Spring Harb Perspect Biol (2010) 2(3):a001016. doi: 10.1101/
cshperspect.a001016

50. Ganesh K, Stadler ZK, Cercek A, Mendelsohn RB, Shia J, Segal NH, et al.
Immunotherapy in colorectal cancer: rationale, challenges and potential. Nat Rev
Gastroenterol Hepatol (2019) 16(6):361–75. doi: 10.1038/s41575-019-0126-x

51. Li W, Zhang X, Wu F, Zhou Y, Bao Z, Li H, et al. Gastric cancer-derived
mesenchymal stromal cells trigger M2 macrophage polarization that promotes
metastasis and EMT in gastric cancer. Cell Death Dis (2019) 10(12):918.
doi: 10.1038/s41419-019-2131-y

52. Yamaguchi T, Fushida S, Yamamoto Y, Tsukada T, Kinoshita J, Oyama K,
et al. Tumor-associated macrophages of the M2 phenotype contribute to
progression in gastric cancer with peritoneal dissemination. Gastric Cancer
(2016) 19(4):1052–65. doi: 10.1007/s10120-015-0579-8

53. Wang Z, Wang Z, Hu X, Han Q, Chen K, Pang G. Extracellular matrix-
associated pathways promote the progression of gastric cancer by impacting the
dendritic cell axis. Int J Gen Med (2021) 14:6725–39. doi: 10.2147/IJGM.S334245
Frontiers in Immunology 18
54. Lv Y, Zhao Y, Wang X, Chen N, Mao F, Teng Y, et al. Increased
intratumoral mast cells foster immune suppression and gastric cancer
progression through TNF-alpha-PD-L1 pathway. J Immunother Cancer (2019) 7
(1):54. doi: 10.1186/s40425-019-0530-3

55. Jiang P, Gu S, Pan D, Fu J, Sahu A, Hu X, et al. Signatures of T cell
dysfunction and exclusion predict cancer immunotherapy response. Nat Med
(2018) 24(10):1550–8. doi: 10.1038/s41591-018-0136-1

56. Chung HC, Arkenau HT, Lee J, Rha SY, Oh DY, Wyrwicz L, et al. Avelumab
(anti-PD-L1) as first-line switch-maintenance or second-line therapy in patients
with advanced gastric or gastroesophageal junction cancer: phase 1b results from
the JAVELIN solid tumor trial. J Immunother Cancer (2019) 7(1):30. doi: 10.1186/
s40425-019-0508-1

57. Blum Murphy M, Ikoma N, Wang X, Estrella J, Roy-Chowdhuri S, Das P,
et al. Phase I trial of hyperthermic intraperitoneal chemoperfusion (HIPEC) with
cisplatin, mitomycin, and paclitaxel in patients with gastric adenocarcinoma and
associated carcinomatosis or positive cytology. Ann Surg Oncol (2020) 27(8):2806–
11. doi: 10.1245/s10434-020-08226-x

58. Shitara K, Ozguroglu M, Bang YJ, Di Bartolomeo M, Mandala M, Ryu MH,
et al. Pembrolizumab versus paclitaxel for previously treated, advanced gastric or
gastro-oesophageal junction cancer (KEYNOTE-061): a randomised, open-label,
controlled, phase 3 trial. Lancet (2018) 392(10142):123–33. doi: 10.1016/S0140-
6736(18)31257-1

59. Xu X, Tang X, Wu X, Feng X. Biosynthesis of sorafenib coated graphene
nanosheets for the treatment of gastric cancer in patients in nursing care.
J Photochem Photobiol B (2019) 191:1–5. doi: 10.1016/j.jphotobiol.2018.11.013
frontiersin.org

https://doi.org/10.1002/ctm2.155
https://doi.org/10.1038/srep34822
https://doi.org/10.1038/srep34822
https://doi.org/10.1101/cshperspect.a001016
https://doi.org/10.1101/cshperspect.a001016
https://doi.org/10.1038/s41575-019-0126-x
https://doi.org/10.1038/s41419-019-2131-y
https://doi.org/10.1007/s10120-015-0579-8
https://doi.org/10.2147/IJGM.S334245
https://doi.org/10.1186/s40425-019-0530-3
https://doi.org/10.1038/s41591-018-0136-1
https://doi.org/10.1186/s40425-019-0508-1
https://doi.org/10.1186/s40425-019-0508-1
https://doi.org/10.1245/s10434-020-08226-x
https://doi.org/10.1016/S0140-6736(18)31257-1
https://doi.org/10.1016/S0140-6736(18)31257-1
https://doi.org/10.1016/j.jphotobiol.2018.11.013
https://doi.org/10.3389/fimmu.2022.951214
https://www.frontiersin.org/journals/immunology
https://www.frontiersin.org

	The cancer-associated fibroblast-related signature predicts prognosis and indicates immune microenvironment infiltration in gastric cancer
	Introduction
	Methods
	Dataset collection and sample information
	Defining the CAF-related regulators
	Consensus clustering and gene clustering
	Gene set variation analysis
	Construction and validation of the prognostic model
	Clinical correlation and stratification analyses of the CAFS-score
	Identification of immune characteristics for the CAFS-score
	Assessment of immunotherapy
	Assessment of drug sensitivity
	Establishment and validation of a nomogram scoring system
	Statistical analysis

	Result
	Overview of genetic changes and expression variations of CAF-related regulators in GC
	Identification of CAF subtypes in GC
	Identification of gene subtypes based on DEGs
	Establishment risk assessment model and survival outcomes in GC
	Clinicopathologic characteristics of TCGA in the CAFS-score
	Relationship of the CAFS-score with TMB, MSI, and CSC index
	Immune infiltration in CAFS-score subgroup
	Immunotherapy prediction
	Drug sensitivity
	Establishment of a nomogram to predict survival

	Discussion
	Data availability 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 false
  /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 false
  /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 false
  /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


