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Background: Family with sequence similarity 111 member A (FAM111A), as a replication
factor required for proliferating cell nuclear antigen (PCNA) loading, has been demonstrated
a possible association with carcinogenesis. However, the role of FAM111A in lower-grade
glioma (LGG) remains unclear. We aim at investigating the expression and function of
FAM111A in lower-grade glioma at the molecular and clinical levels.

Methods: In total, 711 lower-grade glioma samples were analyzed in our research,
including 182 RNA-seq data from the Chinese Glioma Genome Atlas (CGGA) dataset and
529 RNA-seq data from The cancer Genome Atlas (TCGA) dataset. R language and the
GraphPad software were used for the majority of statistical analysis and graphical work.

Results: FAM111A expression was overexpressed in WHO grade Il and IDH-wildtype
lower-grade glioma. FAM111A was significantly downregulated in the IDHmut-Codel
molecular subtype. Univariate and multivariate Cox analysis demonstrated that FAM111A
was an independent prognostic factor in LGG patients. Functional characterization of
FAM111A revealed that it was associated with inflammatory response and immune
response to tumor cells. FAM111A could also act as an indicator of the stromal and
immune population, especially for monocytic lineage, myeloid dendritic cells and
fibroblasts. It was positively correlated with macrophages, especially the M2
macrophage cells. Furthermore, FAM111A revealed predictive value for the immune
subtypes and immune checkpoint blockade therapy.
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Conclusion: FAM111A expression was closely related to the malignant phenotype, molecular
pathology and immune response of lower-grade glioma. It might be a promising target for
LGG immunotherapeutic strategies.

Keywords: prognosis, tumor environment, immune response, lower grade glioma, immune checkpoint

INTRODUCTION

Gliomas, known for their heterogeneity and rapid clinical
progression (1), are the most common and malignant brain
tumor of the central nervous system in adults, which originates
from the glial cells (2). Gliomas are generally divided into four
grades (i.e, WHO grade I, II, III, and IV) based on the 2007
World Health Organization (WHO) classification of the central
nervous system tumors (3). The term ‘diffuse lower-grade
glioma’ (LGGs) refers to Grade II and III gliomas. In contrast
to Grade IV gliomas-glioblastomas, LGGs tend to indicate a
more favorable prognosis. However, majorities of LGGs advance
to high-grade secondary aggressive gliomas and finally end with
death (4, 5). Despite the advancements in surgical resection,
adjuvant radiotherapy and chemotherapy, their prognosis is
still poor.

The tumor microenvironment (TME), which is comprised of
extracellular matrix, fibroblasts, vascular cells, neurons and
immune cell, functions as a fundamental regulator of cancer
occurrence, progression and invasion in primary and metastatic
brain malignancies (6). Among infiltrating immune cells,
macrophages and microglia account for the vast majority in
gliomas (7, 8). Tumor-associated macrophages (TAMs), which
frequently exhibit an M2 phenotype, have crucial bidirectional
cross-talk with cancer cells. Brain tumor cells recruit TAMs by
releasing cytokines and chemoattractant, and in turn TAM-
derived pro-tumorigenic and pro-survival factors IL6, TNF, IL-
1B, and IL-23 support tumor angiogenesis and invasion (6, 9). In
addition, other lymphoid and myeloid lineage cells are found in
TME and become a part of brain tumor biology in unique ways
(6).To data, we still poorly understand the biology and function
of these infiltrating immune cells in TME. As a new therapeutic
strategy, TME targeted therapy has become a research hotspot.
For cancer immunotherapy targeting TME, several approaches
are ongoing in preclinical and clinical studies as an alternative
and integrated strategy for the treatment of gliomas, either
through monotherapy or via rational combinations. Of them,
CSF-1R inhibitor, dendritic cell vaccine, anti-CTLA-4, and anti-
PD-1 are gaining vital clinical attention for treatment to
reactivate adaptive and innate immune systems (10-12). TME
is primarily decided by the tumor genomic landscape. Therefore,
further studies are needed to analyze the key immune-related
genes and the interactions between immune cells and gliomas,
which will contribute to deep discovery of underlying molecular
mechanisms and novel strategies to improve efficacy
of immunotherapies.

Family with sequence similarity 111 member A (FAMI111A),
also known as KCS2 and GCLEB, is a cell-cycle regulating and
chromatin-associated protein-coding gene. Reduced gene

expression of FAM111A leads to DNA replication defect, that
applies to the replication of the Simian Virus 40 (SV40),
indicating that it has antiviral properties (13). It contains a
PCNA-interacting peptide (PIP) box and the carboxyl-terminal
half, which are homologous to trypsin-like peptidases, and may
interact with proliferating cell nuclear antigen (PCNA) (14).
PCNA is overexpressed on the surface of cancer cells, and act as
an immune checkpoint for NK-cell (15). The close relationship
between FAMII1A and PCNA in non-cancerous diseases
suggests its potential function in immune responses.
Additionally, several lines of evidence revealed correlations
between FAM111A and tumorigenesis in prostate cancer and
cervical cancer (16, 17). However, the detail of FAM111A
expression and its role in glioma are still unknown.

In this research, we assessed the expression patterns of
FAMI111A to determine its potential functions and prognostic
values in LGG based on data from the Chinese Gliomas Genome
Atlas (CGGA) and The Cancer Genome Atlas (TCGA) datasets.
To our best knowledge, this is the first comprehensive study
exploring the role of FAMI111A in LGG on a large-scale analysis.
In particular, we found that FAMI111A took part in various
functional aspects of the immune system and may play as a new
potential bio-target for immune therapy.

MATERIALS AND METHODS

Patients and Data Collection

We downloaded 529 RNA-Seq gene expression profiles and
clinical data of LGG patient samples from TCGA (http://
cancergenome.nih.gov) databases. The molecular classification
(the IDH and 1p/19q-based molecular subtypes) were obtained
in the Merged Cohort of LGG and GBM (TCGA, Cell) from the
cBioPortal for Cancer Genomics (http://cbioportal.org) (18, 19).
We obtained the mRNA expression and clinical data of 182 LGG
patient samples at the mRNAseq_325 Dataset from CGGA
(http://www.cgga.org.cn/) databases (20, 21). To further
identify the protein expression of FAM111A in LGG, a total of
8 LGG samples (4 each for grade II and grade III) were selected
from the Department of Neurosurgery at Provincial Hospital.
The research was approved by Shandong University Ethics
Committee. We also got the tissue chips G6042-5 from Wuhan
Servicebio Technology Co. Ltd, which included 2 WHO grade 1,
16 WHO grade II, and 14 WHO grade III glioma patients
samples (Supplementary Table 1).

ONCOMINE Analysis

ONCOMINE gene expression array datasets (www.oncomine.
org), an online cancer microarray database, was used to analyze
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the mRNA expression levels of FAM111A in different cancer
types and glioma tissues. The cut-off of p value and fold change
were defined as 0.01 and 1.5, respectively. It includes Sun Brain,
French Brain, and Bredel Brain in glioma datasets.

Immune Cell Infiltration Analysis

The ESTIMATE and MCP analysis was used to evaluate the
relationship between FAM111A expression and tumor purity as
well as the presence of infiltrating stromal/immune cells.
CIBERSORT was utilized to evaluate the Macrophage and the
Macrophage M2 proportion at the Tmmune estimation’ part of
the online website ‘TIMER 2.0’ (22, 23). CIBERSORT is an
analytical tool developed by Newman et al., which provides an
estimation of the population abundances of tissue-infiltrating cell
types using gene expression data.

Immunohistochemistry (IHC)

Paraffin-embedded lower-grade glioma tissue blocks were cut into 4
um sections and then analyzed by immunohistochemistry (IHC).
The staining intensity was classified as four grades: 0 (negative), 1
(weak), 2 (moderate) and 3 (strong). FAM111A protein expression
(semi-quantitative scoring by using H-score system): H-score =
(percentage of cells with weak intensity staining x1) + (percentage
of cells with moderate intensity staining x2) + (percentage of cells
with strong intensity staining x3). The scoring was automatically
measured by Quant Center software and the H-score ranges from 0
to 300. The scores of duplicate specimens were averaged. CD163,
CD206, CD276, TIM-3 protein expression was analyzed by using
the Indica Labs-Multiplex IHC v2.2.0 analysis software to quantify
the number of positive cells and the total number of cells in the
target area of each slice to determine the positive rate. IHC:
FAMI111A (1:20); CD163 (1:500); CD206 (1:1,000); CD276
(1:100); TIM-3 (1:100) Zen Bioscience, China.

Quantitative Real-Time PCR (qRT-PCR)
Total RNA was isolated from the tissue samples using Trizol
reagent (Invitrogen, USA). QRT-PCR was performed using a
Real-Time PCR System (Bio-rad, USA) with a SYBR Green PCR
kit (TransGen biotech, China) following the manufacturer’s
instructions. Comparative quantification was evaluated through
the 272" method and GAPDH was as the endogenous control.
The primer sequences were as follows:

FAMI111A, 5-CTTCACAAAAAGGGGCGCAA -3’
(forward) and 5 ATCAACTGGCTGGGTGCTTT-3" (reverse);

JAK2, 5-TCTGGTGCCTTTGAAGACCG -3’ (forward) and
5- GCACATCTCCACACTCCCAA-3’ (reverse);

STAT3, 5- ACGAAGGGTACATCATGGGC-3* (forward)
and 5- CTGGATCTGGGTCTTACCGC-3’ (reverse);

NFKBI1, 5-ATGTGGGACCAGCAAAGGTT -3’ (forward)
and 5- CACCATGTCCTTGGGTCCAG-3’ (reverse).

Statistical Analysis

The statistical software R (version 3.6.3), IBM SPSS Statistics 25
(version 25.0.0.1), GraphPad Prism 8 software (version 8.3.0),
Adobe Illustrator CC 2018 (version 22.0.0) were used for the
statistical analysis and generation of figures. The value of

FAMI11A expression level above the median value (7.5 for
CGGA, 2.6 for TCGA) were defined as high-expression group
and the value of FAM111A expression level below the median
was defined as the low-expression group. The GSEA molecular
signatures dataset (MSigDB) hallmark gene sets were used to
perform pathway analysis (24). The enrichment status estimates
of inflammatory response-associated metagenes were obtained
using the GSVA package. Correlograms and circus plots were
performed using the “circlize” package, and the R packages
“ImmuneSubtypeClassifier” was used to identify six immune
subtypes, which describe a categorization of tumor-immune
status. Other R packages, “ggplot2”, “plotROC”, and “xgboost”
were also applied for visualizing the results of data analysis. All
statistical tests were two-sided and p < 0.05 was considered a
significant difference.

RESULTS

The mRNA Expression of FAM111A in
LGGs

Based on the data from Oncomine databases, the mRNA expression
of FAM111A in LGGs were significantly higher in comparison with
that in normal brain tissues (Supplementary Figures 1A-G). To
characterize the expression pattern of FAMI11A in LGGs, we
investigated the RNA-Sequencing data based on WHO glioma
grades from the CGGA and TCGA datasets. Compared to WHO
grade II gliomas in the CGGA dataset, WHO grade III gliomas
showed a higher mRNA expression of FAM111A (Figure 1A).
Consistent results were validated using the TCGA RNA-seq data
(Figure 1B). Taken together, these results suggest that FAM111A
was significantly up-regulated in WHO grade III gliomas. Several
reports have shown that isocitrate dehydrogenase (IDH) mutation
plays a crucial role in the development and progression of
glioma (25, 26). We found that FAM111A was indeed highly
elevated in IDH wild-type gliomas in both of the CGGA and
TCGA data sets (Figures 1C, D). What' more, we performed
the immunohistochemistry (IHC) to explore the relation between
tumor grade, and FAM111A protein expression. The results showed
that the FAMI111A protein expression was higher in high-grade
gliomas (Figures 2A, B).

FAM111A Is a Potential Marker for the
IDHMut-Codel Molecular Subtype in LGGs
According to the phenotypes and genotypes (27, 28), based on
mutation of the IDH1 and IDH2 genes and codeletion of
chromosomes 1p and 19q, lower-grade gliomas can be
classified as three molecular subtypes: IDH wild type (IDHwt),
IDH mutant with 1p/19q codeletion (IDHmut-Codel) or IDH
mutant with no 1p/19q codeletion (IDHmut-Noncodel) (29). To
seek the molecular expression pattern of FAMI11A, we
evaluated the expression of FAM111A in the three molecular
subtypes of LGGs. Based on the CGGA and TCGA RNA-seq
data, FAM111A was significantly downregulated in the IDHmut-
Codel molecular subtype compared to the other molecular
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FAM111A Expression

FAM111A Expression

IDH-Mut IDH-WT

FIGURE 1 | The mRNA expression of FAM111A in lower-grade glioma. (A, B) FAM111A was significantly increased in WHO grade Il gliomas in Chinese Glioma
Genome Atlas (CGGA) and The Cancer Genome Atlas (TCGA) dataset. (C, D) FAM111A was significantly increased in isocitrate dehydrogenase (IDH)-wildtype
lower-grade glioma (LGG) in CGGA and TCGA dataset. *P < 0.05, **P< 0.01, **P < 0.001, ***P < 0.0001.
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subtypes (Figures 3A, B). To further confirm the findings above,
ROC curves for FAMI11A expression and IDHmut-Codel
molecular subtype of LGGs were performed. The results
showed that area under the curve (AUC) were 78.70% and
77.84% in CGGA and TCGA data set, respectively, indicating
that FAM111A is a potential marker for the IDHMut-codel
molecular subtype in LGGs (Figures 3C, D).

High Level of FAM111A Predicted Worse
Survival in LGGs

To determine the prognostic value of FAMI111A, the survival
time of all the 697 LGG patients from the CGGA and TCGA
RNA-seq was analyzed by Kaplan-Meier method. As shown in
Figure 3, high expression of FAM111A predicted a remarkably
shorter overall survival (OS) both in CGGA (Figures 4A-C) and
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FIGURE 3 | FAM111A expression pattern in different molecular subtypes. (A, B) FAM111A was significantly downregulated in the IDHmut-Codel molecular subtype
in CGGA and TCGA dataset. (C, D) The predictive value of FAM111A expression in Chinese Glioma Genome Atlas (CGGA) and The Cancer Genome Atlas (TCGA)
dataset by ROC curve analysis. *P < 0.05, **P < 0.01, **P < 0.001, ***P < 0.0001.

in TCGA datasets (Figures 4D-F) in LGGs, which included
WHO grade II and WHO grade III gliomas. Then, we used
univariate and multivariate Cox regression to determine whether
FAMI111A expression acted as an independent prognostic factor
(Table 1). Interestingly, in univariate analysis of the two
databases, FAM111A along with age, grade, and IDH status
remarkably predicted the OS in LGG. In multivariate regression,
it also revealed that the expression of FAM111A was an
independent prognosticator after adjusting for all the clinical
factors in the table. These findings evidently suggested that
FAMI111A predicted poor prognosis in LGGs.

FAM111A Was Closely Associated With
Immune Functions in LGGs

Due to the vital role of FAM111A in LGG progression and
prognosis, we aim to explore the function of FAM111A in both
of the CGGA and TCGA databases. The specifically enriched

signaling pathway in FAM111A-high expression samples could
be substitutable targets for FAM111A. Based on the FAMI11A
median expression, samples were divided into two groups. We
subsequently performed gene set enrichment analysis (GSEA)
using the MSigDB hallmark gene sets to obtain significantly
different expressing genes between these two groups (24).
Immune response-related gene sets were highly positively
enriched when FAM111A-high expression with FAM111A-low
expression samples were compared (Figures 5A, B;
Supplementary Figures 2A, B). Among the top five
significantly enriched hallmark gene sets, both datasets
contained “Hallmark interferon gamma response”. We then
used the real time qQRT-PCR to detect the mRNA expression of
3 “Hallmark interferon gamma response” related genes (JAK2,
STAT3 and NFKB1) from 8 LGG tissue samples, and divided
them into the high expression group and the low expression
group according to the FAM111A mRNA expression. Results
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FIGURE 4 | Kaplan-Meier survival curves comparing the high and low expressions of FAM111A in lower-grade glioma. High expression of FAM111A predicted
worse outcome in lower-grade glioma patients (A, D), WHO grade Il (B, E), and WHO grade Ill (C, F) gliomas patients in Chinese Glioma Genome Atlas (CGGA) and
The Cancer Genome Atlas (TCGA) dataset.

TABLE 1 | Univariate and multivariate Cox analysis of clinic-pathologic characteristics in lower-grade gliomas based on Chinese Glioma Genome Atlas (CGGA) and The

Cancer Genome Atlas (TCGA) datasets.

Datasets Characteristic HR 95%ClI P HR 95%ClI P
CGGA Univariate Multivariate
Age 3.187 1.632-6.224 0.001 Age 1.375 0.675-2.800 0.381
Gender 0.612 0.404-0.928 0.021 Gender 0.627 0.408-0.965 0.034
Grade 3.745 2.435-5.759 0.000 Grade 2.706 1.729-4.234 0.000
IDH-Mut 0.385 0.247-0.600 0.000 IDH-Mut 0.675 0.420-1.087 0.106
FAM111A 5.468 3.383-8.836 0.000 FAM111A 4.211 2.547-6.961 0.000
TCGA Univariate Multivariate
Age 4.848 3.205-7.334 0.000 Age 3.513 2.014-4.937 0.000
Gender 1.144 0.814-1.606 0.438 Gender 1.236 0.851-1.794 0.266
Grade 3.296 2.277-4.771 0.000 Grade 2.159 1.431-3.256 0.000
IDH-Mut 0.182 0.126-0.261 0.000 IDH-Mut 0.323 0.210-0.495 0.000
FAM111A 2.946 2.045-4.243 0.000 FAM111A 1.823 1.204-2.760 0.005

showed that the mRNA expression of JAK2 and STAT3 were
significantly enriched in the high expression group
(Supplementary Figures 3A-C).

To further identify the role of FAM111A in immune response
in LGGs, we downloaded immune-associated gene sets from the
AmiGO 2 Web portal (http://amigo.geneontology.org/amigo).
Genes most relevant to FAM111A (|R| > 0.4 and p < 0.05) were

selected for heat-map drawing. Among the 369 selected genes in
the CGGA datasets, 343 immune-related genes were significantly
positively correlated with FAM111A expression. On the other
hand, a significantly positive correlation also existed between
FAMI111A expression and 399 genes out of the 429 genes
selected in the TCGA datasets (Figures 5C, D). A detailed list
of these genes was presented in Supplementary Table S2, 3.
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Overall, these results indicated that FAM111A might be closely
associated with immune responses in LGGs.

FAM111A-Related Inflammatory Activities

Inflammation not only exerts cancer-promoting effects, but also
plays an important role in the host immune response to tumors
as well as cancer immunotherapy (30). To determine which types
of inflammatory activities were related to FAMI111A, we
altogether chose seven metagenes of 104 genes (31), which

IDHmut-Noncodel

FAM111A related genes of immune response in TCGA

Grade
IDH
Subtype

W FAM111A

Subtype
IDHmut-Codel
IDHmMut-Noncodel
IDHwt
NA

FIGURE 5 | FAM111A was closely associated with immune functions in lower-grade glioma. (A, B) Enrichment plots of the top five enriched signaling pathways in

, D) Most immune response related genes were significantly positively correlated

with FAM111A expression, while a few genes were negatively correlated with FAM111A expression in Chinese Glioma Genome Atlas (CGGA) and The Cancer

were related to different types of inflammation and immune
responses (Supplementary Table S4). Gene Sets Variation
Analysis (GSVA) were subsequently performed to convert the
expression data of these metagenes into enrichment scores. The
results, as shown in Figure 5, indicated that FAM111A was
positively associated with HCK, LCK, MHC-I, MHC II, and
STAT], but negatively correlated with IgG, which mainly refers
to the activities of B-lymphocytes both in the CGGA and TCGA
datasets (Figures 6A, B, Supplementary Figure 3D, F).
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Association of FAM111A and Immune Cell
Populations in the TME

The MCP counter and ESTIMATE methods were used to
investigate the relationship between FAMII1A expression and
immune cell infiltration. Both methods indicated that FAM111A
was strongly related to the immune score and immune infiltrating
cell population, especially for CD8 T cells, monocytic lineage,
myeloid dendritic cells, and fibroblasts (Figures 7A, B).

It is acknowledged that M2 macrophages plays a vital role in
the immunosuppression, tumor progression and metastasis of
gliomas (32). Therefore, we aimed to explore whether expression
of FAM111A was associated with the macrophages, especially the
M2 macrophages in the TME. Consistent with our hypothesis,
positive correlations was seen between CD68 and FAMI111A
(Figures 7C, D), as well as between CD163 and FAMI111A
(Figures 7E, F), a marker of macrophage and M2 macrophage
respectively. The results of CIBERSORT were also in accordance
with the above-mentioned findings (Figures 7G-J). Moreover,
we performed IHC staining of M2 macrophage markers
including CD163 and CD206 in LGG tissues, and results
showed that the protein expression of these markers was
higher in high FAM111A expression LGG samples
(Supplementary Figure 4A).

Although FAM111A expression was associated with the M2
macrophages, some samples with high expression of FAMI11A
had low levels of M2 macrophage infiltrations. Therefore, we
took a step further to investigate the survival of patients with
high or low infiltration of M2 macrophages stratified by

FAMI111A expression (Figures 7K, L). Interestingly, patients
with the best survival had low-expression of FAM111A together
with low infiltration of M2 macrophages, whereas patients with
high-expression of FAM111A as well as elevated level of M2
macrophages infiltration had the worst survival. These results
suggested that the combined analysis of FAM111A and levels of
M2 macrophages infiltration could yield different subtypes of
LGGs; specifically, high levels of M2 macrophages infiltration in
the absence of FAM111A expression might herald improved
survival in LGG patients.

FAM111A Expression in Different Immune
Subtypes

Recently Thorsson et al. identified six immune subtypes that
define distinct immune response patterns influencing prognosis
based on immunogenomics analyses of over 10,000 tumors (33).
To examine the relationship between FAMI111A expression and
the six immune subtypes, ImmuneSubtypeClassifier was used.
The results showed that LGGs consisted most of C4
(Immunologically Quiet) and C5 (Lymphocyte Depleted)
subtypes (Supplementary Figure 5A, B), which was in line
with Thorsson’s findings. FAM111A was significantly
overexpressed in C4 (Figures 8A, B) that had the worse
prognosis than C5 in both datasets (Supplementary Figure
5C, D). Results of ROC curve analysis also showed that the
AUC was 84.01% and 75.11% in the CGGA and TCGA RNA-seq
datasets, respectively (Supplementary Figure 5E, F). To explore
the significance of FAM111A expression in different immune
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FIGURE 7 | FAM111A-related immune population in the TME. (A, B) FAM111A was positively related to the immune scores and immune infiltrating cell population in
Chinese Glioma Genome Atlas (CGGA) and The Cancer Genome Atlas (TCGA) dataset. FAM111A was significantly correlated with CD68 (C, D) and CD163 (E, F) in
both datasets. Abundance of macrophage and M2 macrophage immune cell infiltration was quantified based on mRNA expression data with TIMER and
CIBERSORT. Results showed significant correlations between FAM111A expression and macrophage cells (G, H) as well as the M2 macrophage cells (I, J). Survival
was stratified by a combined analysis of FAM111A expression and M2 macrophage infiltration level in CGGA and TCGA cohort. Survival based on high/low
FAM111A expression and high/low infiltration levels of M2 macrophage in CGGA (K) and TCGA (L) dataset.
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subtypes, we further compared the immune-regulatory gene
expression profiles and immune-cell compositions of C4 or C5
stratified by FAM111A expression (34). Results showed that the
four groups had a distinct immune pattern, especially for C4 with
high FAMI111A expression and C5 with low FAMI111A
expression (Figures 8C, D). A detailed list of immune-
regulatory genes was presented in Supplementary Table S5.
Moreover, in comparison to C4 with low-expression FAM111A,
C4 with high-expression of FAM111A had worse prognosis.
Consistently, C5 with high-expression of FAM111A predicted
worse survival compared to C5 with low levels of FAM111A in
LGGs (Figures 8E, F). These findings suggested that differential
expression of FAM111A might define distinct response patterns
and further subdivide the immune subtypes.

Relationships Between FAM111A
Expression and Immune Checkpoints
Immune checkpoints play a crucial role in tumor
immunosuppression. Therefore, we analyzed the relationship
between expression of FAM111A and the immune checkpoint-
related genes by Pearson correlation analysis in LGGs,
including CD274 (PD-L1), PD-L2 (PDCD1LG2), HAVCR2
(TIM-3), LAG3 and B7-H3 (CD276). Results showed that
FAMI111A was mostly relevant to PD-L2, B7-H3, and TIM-3
in CGGA and TCGA datasets (Figures 9A, B). The results of
IHC also revealed that B7-H3 and TIM-3 were highly expressed
in high FAM111A-expression LGG samples compared with the
negative ones (Supplementary Figure 4B), evidently
suggesting possible synergistic effects of FAM11A with these
checkpoint genes.

0.5

Chinese Genome Atlas (TCGA) (B) dataset.

DISCUSSION

Glioma is a severe malignant brain tumor that affects human
health severely. WHO grades IT and III gliomas are categorized as
LGGs that naturally undergo anaplastic conversion or
dedifferentiation into glioblastoma on average of about 4-5
years following diagnosis. Despite aggressive treatment
including surgery, radiotherapy, chemotherapy and targeted
agents, glioma still has a dismal prognosis. (35). Tumor
immunotherapies targeting TME, as a novel treatment strategy
for glioma patients has shown a promising prospect. However,
by increasing the activity of immune system, immune checkpoint
blockade could cause immune-related adverse events, such as
inflammation involved in the central nervous system (36). Thus,
it is critical to explore the new key immune-related genes in
order to achieve a comprehensive understanding of the tumor
immune landscape, further improving efficacy of
immunotherapies of gliomas.

Recent studies demonstrated that FAM111A played an
inhibitory role in viral DNA replication and might have the
anti-viral effects (37), which suggested its potential function in
immune responses. Based on data from the Oncomine database,
FAMI111A expression was remarkably upregulated in LGGs.
When applied to the TCGA and CGGA RNA-seq datasets,
FAMI11A exhibited a significant association with glioma
grades and IDH mutation status. The FAM111A protein
expression was also higher in high-grade gliomas and IDH
wild-type gliomas. We also found that FAMI11A was
significantly downregulated in the IDHmut-Codel molecular
subtype, indicating that FAM111A was associated with higher
malignant biologic processes. Additional, survival analysis was

FIGURE 9 | Relationships between FAM111A expression and immune checkpoint markers. Correlation between FAM111A and immune checkpoints (PD-L1, PD-
L2, TIM-3, LAG3, B7-H3) was analyzed by Pearson Correlation Coefficient and visualized using circus plots in Chinese Glioma Genome Atlas (CGGA) (A) and The
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consistent with this finding. Furthermore, after adjusting for
traditional clinical factors, FAM111A remained an independent
prognostic factor.

In order to elucidate the biological functions of FAMI111A in
LGG, we performed GSEA analysis using the MSigDB hallmark
gene sets. The immune response-related gene signatures, including
“Hallmark interferon gamma response” were among the top
positively enriched pathways in the FAM111A high-expression
group. Interferon gamma (IFN-y), a pleiotropic cytokine regarded
as an important effector molecule of anti-tumor immunity, has
been involved in promoting immunosuppressive TME through
inducing immunosuppressive gene expression signature in cancer
cells (PD-L1, PD-L2, CTLA-4, etc.) (38). IL-6/JAK/STAT3 and
TGF-B signaling also participated in cancer inflammation and
immunity (39). Furthermore, to determine the immune response
that FAMI111A was involved in, we explored the relationship
between FAM111A and seven immune-related clusters. We found
that FAM111A was positively correlated with T-cell and
macrophages mediated immune responses, but negatively
correlated with the B lymphocytes-related response.
Characterization of immune subpopulation infiltration by MCP
and ESTIMATE analysis indicated that FAMI11A was
significantly related to monocytic lineage, CD8 T cells, myeloid
dendritic cells and fibroblasts. To make a step further, we carried
out CIBERSORT analysis, and detected a positive relationship
between FAM111A and M2 macrophages. Taken together, it is
most likely that FAM111A played a critical role in the tumor
immunity and may act as an immune suppressor in LGGs.

Six immune subtypes, from Cl1 to C6, characterize the gross
immune response patterns of several heterogeneous tumors.
LGG mainly consists of C4 (Lymphocyte Depleted) and C5
(Immunologically Quiet) subtypes. C5 exhibits fewer tumor-
associated immune cells and better outcome, with the enriched
CpG island methylator phenotype-high (CIMP-H), the 1p/19q
codeletion and pilocytic astrocytoma-like (PA-like) as well as the
IDH mutations. Nevertheless, the C4 subtype displays a more
prominent macrophage signature, with low lymphocytic
infiltrate and high M2 macrophage, which leads to an
immunosuppressed TME and a poor outcome. Our results
showed that FAM111A was overexpressed in the C4 subtype
and roughly in accord with immune characteristics of the C4
subtype, which revealed that FAM111A possibly referred to a
negative microenvironment. Moreover, conjoint analysis of
FAMI111A expression may identify a more detailed
immunophenotype in LGGs. Interestingly, the C4 with high-
expression FAM111A expression group was also related to the
MHCs and immunostimulators, which might indicate the
activation of the interferon gamma response pathway and a
more complex relationship between FAMI11A and tumor
immunity in LGGs.

Immunomodulatory therapies targeting immune checkpoint
molecules have revolutionized the treatment of solid tumor
malignancies (40, 41). Due to the significance of ICB therapy, we
evaluated the correlations between FAM111A and inhibitory
checkpoint molecules. The results showed that FAM111A was
tightly associated with PD-L2, TIM-3, and B7-H3, which was also

confirmed by IHC. These results, taken together with previous
observations, suggested that FAM111A was closely linked to an
immunosuppressive phenotype and maybe a potential predictive
marker for ICB response.

In conclusion, as far as we know, this is the first study to
investigate the gene expression, clinical characteristics and biological
functions of FAM111A on large-scale samples of LGGs. FAM111A
revealed a significant association with immune response and an
immunosuppressive tumor microenvironment in LGGs. These
novel findings would provide a new perspective for cancer
immunotherapy, enabling more precise and personalized glioma
chemotherapeutic intervention in the future.

DATA AVAILABILITY STATEMENT

The original contributions presented in the study are included in
the article/supplementary material. Further inquiries can be
directed to the corresponding authors.

ETHICS STATEMENT

The studies involving human participants were reviewed and
approved by Shandong University Ethics Committee. The
patients/participants provided their written informed consent
to participate in this study.

AUTHOR CONTRIBUTIONS

XJ, FD, QL, and TX conceived the concept and designed this
study. JG, XH, WL, and YW extracted the information from the
databases. X]J and JG participated in data analysis and figure
preparation. XJ wrote the manuscript. QL, TX, and FD reviewed
the manuscript. All authors contributed to the article and
approved the submitted version.

FUNDING

This work was supported by National Natural Science
Foundation of China (Grant No. 81972340), Shandong
Provincial Natural Science Foundation (Grant No.
ZR2016HM59), Science and Technology Project of Jinan City
(Grant No. 201907048), Key Projects of Natural Science
Foundation of Jiangxi Province (Grant No. 20192ACB20011).

SUPPLEMENTARY MATERIAL

The Supplementary Material for this article can be found online
at: https://www.frontiersin.org/articles/10.3389/fonc.2020.
573800/full#supplementary-material

Frontiers in Oncology | www.frontiersin.org

October 2020 | Volume 10 | Article 573800


https://www.frontiersin.org/articles/10.3389/fonc.2020.573800/full#supplementary-material
https://www.frontiersin.org/articles/10.3389/fonc.2020.573800/full#supplementary-material
https://www.frontiersin.org/journals/oncology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/oncology#articles

Jietal

FAM111A and Tumor Immunity

REFERENCES

1.

10.

11.

12.

13.

14.

15.

16.

17.

18.

Louis DN, Perry A, Burger P, Ellison DW, Reifenberger G, von Deimling A,
et al. International Society Of Neuropathology—Haarlem consensus guidelines
for nervous system tumor classification and grading. Brain Pathol (2014) 24
(5):429-35. doi: 10.1111/bpa.12171

. Ostrom QT, Gittleman H, Truitt G, Boscia A, Kruchko C, Barnholtz-Sloan JS.

CBTRUS Statistical Report: Primary Brain and Other Central Nervous System
Tumors Diagnosed in the United States in 2011-2015. Neuro-oncology (2018)
20(suppl_4). doi: 10.1093/neuonc/noyl131

. Fan X, Wang Y, Zhang C, Liu L, Yang S, Wang Y, et al. ADAM?Y Expression Is

Associate with Glioma Tumor Grade and Histological Type, and Acts as a
Prognostic Factor in Lower-Grade Gliomas. Int ] Mol Sci (2016) 17(9).
doi: 10.3390/ijms17091276

. Forst DA, Nahed BV, Loeffler JS, Batchelor TT. Low-grade gliomas.

Oncologist (2014) 19(4):403-13. doi: 10.1634/theoncologist.2013-0345

. Kiran M, Chatrath A, Tang X, Keenan DM. Dutta A. A Prognostic Signature

for Lower Grade Gliomas Based on Expression of Long Non-Coding RNAs.
Mol Neurobiol (2019) 56(7):4786-98. doi: 10.1007/s12035-018-1416-y

. Quail DF, Joyce JA. The Microenvironmental Landscape of Brain Tumors.

Cancer Cell (2017) 31(3):326-41. doi: 10.1016/j.ccell.2017.02.009

. Wang Q, Hu B, Hu X, Kim H, Squatrito M, Scarpace L, et al. Tumor Evolution

of Glioma-Intrinsic Gene Expression Subtypes Associates with
Immunological Changes in the Microenvironment. Cancer Cell (2017) 32
(1). doi: 10.1016/j.ccell.2017.06.003

. Darmanis S, Sloan SA, Croote D, Mignardi M, Chernikova S, Samghababi P,

et al. Single-Cell RNA-Seq Analysis of Infiltrating Neoplastic Cells at the
Migrating Front of Human Glioblastoma. Cell Rep (2017) 21(5):1399-410.
doi: 10.1016/j.celrep.2017.10.030

. Hui L, Chen Y. Tumor microenvironment: Sanctuary of the devil. Cancer Lett

(2015) 368(1). doi: 10.1016/j.canlet.2015.07.039

Butowski N, Colman H, De Groot JF, Omuro AM, Nayak L, Wen PY, et al.
Orally administered colony stimulating factor 1 receptor inhibitor PLX3397 in
recurrent glioblastoma: an Ivy Foundation Early Phase Clinical Trials
Consortium phase II study. Neuro-oncology (2016) 18(4):557-64.
doi: 10.1093/neuonc/nov245

Prins RM, Soto H, Konkankit V, Odesa SK, Eskin A, Yong WH, et al. Gene
expression profile correlates with T-cell infiltration and relative survival in
glioblastoma patients vaccinated with dendritic cell immunotherapy. Clin
Cancer Res (2011) 17(6):1603-15. doi: 10.1158/1078-0432.CCR-10-2563
Bouffet E, Larouche V, Campbell BB, Merico D, de Borja R, Aronson M, et al.
Immune Checkpoint Inhibition for Hypermutant Glioblastoma Multiforme
Resulting From Germline Biallelic Mismatch Repair Deficiency. J Clin Oncol
(2016) 34(19):2206-11. doi: 10.1200/JCO.2016.66.6552

Fine DA, Rozenblatt-Rosen O, Padi M, Korkhin A, James RL, Adelmant G,
et al. Identification of FAM111A as an SV40 host range restriction and
adenovirus helper factor. PloS Pathog (2012) 8(10):e1002949. doi: 10.1371/
journal.ppat.1002949

Alabert C, Bukowski-Wills J-C, Lee S-B, Kustatscher G, Nakamura K, de Lima
Alves F, et al. Nascent chromatin capture proteomics determines chromatin
dynamics during DNA replication and identifies unknown fork components.
Nat Cell Biol (2014) 16(3):281-93. doi: 10.1038/ncb2918

Kundu K, Ghosh S, Sarkar R, Edri A, Brusilovsky M, Gershoni-Yahalom O,
et al. Inhibition of the NKp44-PCNA Immune Checkpoint Using a mAb to
PCNA. Cancer Immunol Res (2019) 7(7):1120-34. doi: 10.1158/2326-
6066.CIR-19-0023

Akamatsu S, Takata R, Haiman CA, Takahashi A, Inoue T, Kubo M, et al.
Common variants at 11q12, 10q26 and 3p11.2 are associated with prostate
cancer susceptibility in Japanese. Nat Genet (2012) 44(4). doi: 10.1038/
ng.1104

Fernandez-Retana J, Zamudio-Meza H, Rodriguez-Morales M, Pedroza-Torres A,
Isla-Ortiz D, Herrera L, et al. Gene signature based on degradome-related genes
can predict distal metastasis in cervical cancer patients. Tumour Biol (2017) 39
(6):1010428317711895. doi: 10.1177/1010428317711895

Gao J, Aksoy BA, Dogrusoz U, Dresdner G, Gross B, Sumer SO, et al
Integrative analysis of complex cancer genomics and clinical profiles using the
cBioPortal. Sci Signal (2013) 6(269):pl1. doi: 10.1126/scisignal.2004088

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

Cerami E, Gao J, Dogrusoz U, Gross BE, Sumer SO, Aksoy BA, et al. The cBio
cancer genomics portal: an open platform for exploring multidimensional
cancer genomics data. Cancer Discovery (2012) 2(5):401-4. doi: 10.1158/2159-
8290.CD-12-0095

Bao Z-S, Chen H-M, Yang M-Y, Zhang C-B, Yu K, Ye W-L, et al. RNA-seq of
272 gliomas revealed a novel, recurrent PTPRZ1-MET fusion transcript in
secondary glioblastomas. Genome Res (2014) 24(11):1765-73. doi: 10.1101/
gr.165126.113

Zhao Z, Meng F, Wang W, Wang Z, Zhang C, Jiang T. Comprehensive RNA-
seq transcriptomic profiling in the malignant progression of gliomas. Sci Data
(2017) 4:170024. doi: 10.1038/sdata.2017.24

Newman AM, Liu CL, Green MR, Gentles AJ, Feng W, Xu Y, et al. Robust
enumeration of cell subsets from tissue expression profiles. Nat Methods
(2015) 12(5):453-7. doi: 10.1038/nmeth.3337

Li T, Fu J, Zeng Z, Cohen D, Li ], Chen Q, et al. TIMER2.0 for analysis of
tumor-infiltrating immune cells. Nucleic Acids Res (2020) 48(W1):W509—
W14. doi: 10.1093/nar/gkaa407

Subramanian A, Tamayo P, Mootha VK, Mukherjee S, Ebert BL, Gillette MA,
et al. Gene set enrichment analysis: a knowledge-based approach for
interpreting genome-wide expression profiles. Proc Natl Acad Sci USA
(2005) 102(43):15545-50. doi: 10.1073/pnas.0506580102

Yan H, Parsons DW, Jin G, McLendon R, Rasheed BA, Yuan W, et al. IDH1
and IDH2 mutations in gliomas. N Engl ] Med (2009) 360(8):765-73.
doi: 10.1056/NEJM0a0808710

Wang H-Y, Tang K, Liang T-Y, Zhang W-Z, Li J-Y, Wang W, et al. The
comparison of clinical and biological characteristics between IDH1 and IDH2
mutations in gliomas. J Exp Clin Cancer Res (2016) 35:86. doi: 10.1186/
$13046-016-0362-7

Brat D], Verhaak RGW, Aldape KD, Yung WKA, Salama SR, Cooper LAD,
et al. Comprehensive, Integrative Genomic Analysis of Diffuse Lower-Grade
Gliomas. N Engl ] Med (2015) 372(26):2481-98. doi: 10.1056/
NEJMoal402121

Eckel-Passow JE, Lachance DH, Molinaro AM, Walsh KM, Decker PA, Sicotte
H, et al. Glioma Groups Based on 1p/19q, IDH, and TERT Promoter
Mutations in Tumors. N Engl ] Med (2015) 372(26):2499-508. doi: 10.1056/
NEJMoal407279

Lee MK, Park JE, Jo Y, Park SY, Kim SJ, Kim HS. Advanced imaging
parameters improve the prediction of diffuse lower-grade gliomas subtype,
IDH mutant with no 1p19q codeletion: added value to the T2/FLAIR
mismatch sign. Eur Radiol (2020) 30(2):844-54. doi: 10.1007/s00330-019-
06395-2

Grivennikov SI, Greten FR, Karin M. Immunity, inflammation, and cancer.
Cell (2010) 140(6):883-99. doi: 10.1016/j.cell.2010.01.025

Rody A, Holtrich U, Pusztai L, Liedtke C, Gaetje R, Ruckhaeberle E, et al. T-
cell metagene predicts a favorable prognosis in estrogen receptor-negative and
HER2-positive breast cancers. Breast Cancer Res (2009) 11(2):R15.
doi: 10.1186/bcr2234

Gu G, Gao T, Zhang L, Chen X, Pang Q, Wang Y, et al. NKAP alters tumor
immune microenvironment and promotes glioma growth via Notchl
signaling. J Exp Clin Cancer Res (2019) 38(1):291. doi: 10.1186/s13046-019-
1281-1

Thorsson V, Gibbs DL, Brown SD, Wolf D, Bortone DS, Ou Yang T-H, et al.
The Immune Landscape of Cancer. Immunity (2018) 48(4). doi: 10.1016/
j.immuni.2018.03.023

Ru B, Wong CN, Tong Y, Zhong JY, Zhong SSW, Wu WC, et al. TISIDB:
an integrated repository portal for tumor-immune system interactions.
Bioinformatics (2019) 35(20):4200-2. doi: 10.1093/bioinformatics/
btz210

Chang SM, Cahill DP, Aldape KD, Mehta MP. Treatment of Adult Lower-
Grade Glioma in the Era of Genomic Medicine. Am Soc Clin Oncol Educ Book
(2016) 35:75-81. doi: 10.14694/EDBK_158869

Postow MA, Sidlow R, Hellmann MD. Immune-Related Adverse Events
Associated with Immune Checkpoint Blockade. N Engl ] Med (2018) 378
(2):158-68. doi: 10.1056/NEJMral703481

Tarnita RM, Wilkie AR, DeCaprio JA. Contribution of DNA Replication to
the FAM111A-Mediated Simian Virus 40 Host Range Phenotype. ] Virol
(2019) 93(1). doi: 10.1128/JV1.01330-18

Frontiers in Oncology | www.frontiersin.org

October 2020 | Volume 10 | Article 573800


https://doi.org/10.1111/bpa.12171
https://doi.org/10.1093/neuonc/noy131
https://doi.org/10.3390/ijms17091276
https://doi.org/10.1634/theoncologist.2013-0345
https://doi.org/10.1007/s12035-018-1416-y
https://doi.org/10.1016/j.ccell.2017.02.009
https://doi.org/10.1016/j.ccell.2017.06.003
https://doi.org/10.1016/j.celrep.2017.10.030
https://doi.org/10.1016/j.canlet.2015.07.039
https://doi.org/10.1093/neuonc/nov245
https://doi.org/10.1158/1078-0432.CCR-10-2563
https://doi.org/10.1200/JCO.2016.66.6552
https://doi.org/10.1371/journal.ppat.1002949
https://doi.org/10.1371/journal.ppat.1002949
https://doi.org/10.1038/ncb2918
https://doi.org/10.1158/2326-6066.CIR-19-0023
https://doi.org/10.1158/2326-6066.CIR-19-0023
https://doi.org/10.1038/ng.1104
https://doi.org/10.1038/ng.1104
https://doi.org/10.1177/1010428317711895
https://doi.org/10.1126/scisignal.2004088
https://doi.org/10.1158/2159-8290.CD-12-0095
https://doi.org/10.1158/2159-8290.CD-12-0095
https://doi.org/10.1101/gr.165126.113
https://doi.org/10.1101/gr.165126.113
https://doi.org/10.1038/sdata.2017.24
https://doi.org/10.1038/nmeth.3337
https://doi.org/10.1093/nar/gkaa407
https://doi.org/10.1073/pnas.0506580102
https://doi.org/10.1056/NEJMoa0808710
https://doi.org/10.1186/s13046-016-0362-7
https://doi.org/10.1186/s13046-016-0362-7
https://doi.org/10.1056/NEJMoa1402121
https://doi.org/10.1056/NEJMoa1402121
https://doi.org/10.1056/NEJMoa1407279
https://doi.org/10.1056/NEJMoa1407279
https://doi.org/10.1007/s00330-019-06395-2
https://doi.org/10.1007/s00330-019-06395-2
https://doi.org/10.1016/j.cell.2010.01.025
https://doi.org/10.1186/bcr2234
https://doi.org/10.1186/s13046-019-1281-1
https://doi.org/10.1186/s13046-019-1281-1
https://doi.org/10.1016/j.immuni.2018.03.023
https://doi.org/10.1016/j.immuni.2018.03.023
https://doi.org/10.1093/bioinformatics/btz210
https://doi.org/10.1093/bioinformatics/btz210
https://doi.org/10.14694/EDBK_158869
https://doi.org/10.1056/NEJMra1703481
https://doi.org/10.1128/JVI.01330-18
https://www.frontiersin.org/journals/oncology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/oncology#articles

Jietal

FAM111A and Tumor Immunity

38.

39.

40.

41.

Mojic M, Takeda K, Hayakawa Y. The Dark Side of IFN-y: Its Role in
Promoting Cancer Immunoevasion. Int | Mol Sci (2017) 19(1). doi: 10.3390/
ijms19010089

Yu H, Pardoll D, Jove R. STATS in cancer inflammation and immunity: a leading
role for STAT3. Nat Rev Cancer (2009) 9(11):798-809. doi: 10.1038/nrc2734
Kelly WJ, Giles AJ, Gilbert M. T lymphocyte-targeted immune checkpoint
modulation in glioma. ] Immunother Cancer (2020) 8(1). doi: 10.1136/jitc-
2019-000379

Yan Y, Kumar AB, Finnes H, Markovic SN, Park S, Dronca RS, et al.
Combining Immune Checkpoint Inhibitors With Conventional Cancer
Therapy. Front Immunol (2018) 9:1739. doi: 10.3389/fimmu.2018.01739

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.

Copyright © 2020 Ji, Ding, Gao, Huang, Liu, Wang, Liu and Xin. 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

October 2020 | Volume 10 | Article 573800


https://doi.org/10.3390/ijms19010089
https://doi.org/10.3390/ijms19010089
https://doi.org/10.1038/nrc2734
https://doi.org/10.1136/jitc-2019-000379
https://doi.org/10.1136/jitc-2019-000379
https://doi.org/10.3389/fimmu.2018.01739
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

	Molecular and Clinical Characterization of a Novel Prognostic and Immunologic Biomarker FAM111A in Diffuse Lower-Grade Glioma
	Introduction
	Materials and Methods
	Patients and Data Collection
	ONCOMINE Analysis
	Immune Cell Infiltration Analysis
	Immunohistochemistry (IHC)
	Quantitative Real-Time PCR (qRT-PCR)
	Statistical Analysis

	Results
	The mRNA Expression of FAM111A in LGGs
	FAM111A Is a Potential Marker for the IDHMut-Codel Molecular Subtype in LGGs
	High Level of FAM111A Predicted Worse Survival in LGGs
	FAM111A Was Closely Associated With Immune Functions in LGGs
	FAM111A-Related Inflammatory Activities
	Association of FAM111A and Immune Cell Populations in the TME
	FAM111A Expression in Different Immune Subtypes
	Relationships Between FAM111A Expression and Immune Checkpoints

	Discussion
	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


