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The gut microbiota has been previously linked with tumorigenesis and gastrointestinal
cancer progression; however, intra-tumor microbiota analysis has just emerged and
deserves increasing attention. Based on the public databases of The Cancer Microbiome
Atlas (TCMA) and The Cancer Genome Atlas (TCGA), this study identified the tissue/organ
microbial signatures generated from 443 biosamples of four major gastrointestinal cancer
types, including esophageal carcinoma (ESCA), which further includes esophageal
adenocarcinoma (EAD) and esophageal squamous cell carcinoma (ESCC), stomach
adenocarcinoma (STAD), colon adenocarcinoma (COAD), and rectum adenocarcinoma
(READ). According to partial least squares discrimination analysis (PLS-DA), the profile
differences in microbial communities between the tumor and normal samples were not
particularly noticeable across the four cancer cohorts, whereas paired comparison
analyses revealed several specific differences in bacteria between tumor and normal
samples in the EAD, STAD, and COAD samples. The taxa classified from the phylum to
genus level revealed a trend of distinguishable microbial profiles between upper and lower
gastrointestinal tumors. The Bacteroidetes/Firmicutes ratio in lower gastrointestinal tract
tumors was nearly three times that in upper gastrointestinal tract tumors. We also
determined the relative tissue/organ-prevalent microbes for each of the four cohorts at
the order and genus levels. Microbe Alistipes, Blautia, Pasteurellales, and Porphyromonas
compositions were correlated with the clinical characteristics of patients with
gastrointestinal cancer, particularly colorectal cancer. Taken together, our findings
indicate that microbial profiles shift across different gastrointestinal cancer types and
that microbial colonization is highly site-specific. Composition of specific microbes can be
indicative of cancer stage or disease progression. Overall, this study indicates that the
microbial community and abundance in human tissues can be determined using publicly
available data, and provides a new perspective for intra-tissue/organ microbiota research.
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INTRODUCTION

Gastrointestinal (GI) cancers are responsible for one-third of
cancer mortality (1). According to statistics, an estimated 4.8
million new cases and 3.4 million related deaths of GI cancers
occurred in 2018, accounting for 26% of all cancer incidence and
35% of cancer-related deaths. Approximately 8 in 100 men and 4
in 100 women are estimated to develop GI cancer before the age
of 75, and more than half of new cases and related deaths
occurred in Asia (2). Microorganisms, including bacteria,
fungi, and viruses, have been described in terms of health and
disease status (3-5). Nearly one-fifth of all cancers worldwide are
linked with viral, parasitic, or bacterial infections; for instance,
hepatitis B virus, human papillomavirus, and Helicobacter pylori
are associated with hepatocellular carcinoma, cervical cancer,
and stomach cancer, respectively (6). The human GI tract, in
particular, harbors thousands of microbes. For example, the
intestines have a dense community of approximately 10" (7)
microbes, whereas the stomach has the lowest microbial
abundance due to its extreme acidity. These large numbers of
microbial species constitute the microbiota, which refers to an
ecological community of microbes that is found within a specific
environment. The microbiota interacts with different types of
host cells to modulate the organ microenvironment and to
regulate physiological functions (8). Pathophysiological
changes in cells and alterations in the microbial signature
could have a significant impact on tumor occurrence and
progression (9, 10), especially as microbial colonization is
highly site-specific, allowing them to modulate the tumor
microenvironment. The bacterial effects on cancer progression
are related to the time and location of colonization (11), as well as
on other pathogenic factors. In GI cancers, the microbiota has
been recognized to be related to chemotherapy, radiotherapy,
and immunotherapy efficacy (7, 8, 12, 13), indicating that the
intestinal microbiota is a novel target to improve anti-tumor
treatment (13). The presence of microbes within tumors and
adjacent normal tissues may indicate disease progression and
their potential roles in cancer pathogenesis (14-16).
Understanding the alterations in the microbial community and
abundance in GI organs thus aids in the study of GI cancer
diagnosis and therapy.

Currently, the study of microbiota in life sciences has been
greatly enhanced by advances in sequencing technology,
accompanied by the application of multi-omics analysis (17).
Intra-tumor microbiota analysis has recently emerged and has
gradually increased in cancer studies (18-21). The Cancer
Genome Atlas (TCGA) is a landmark cancer genomics
program that sequenced and molecularly characterized 20,000
primary cancer and matched normal samples for 33 cancer types
(22), which provides significant assistance in cataloguing and
exploring cancer-causing genomic alterations and establishing a
comprehensive “atlas” of cancer genomic signatures.
Furthermore, the TCGA platform incorporates highly
standardized clinical information regarding samples. Notably,
the sequencing data in the TCGA offers a unique opportunity to
study tissue/organ-related microbiota. Bioinformatics
approaches authenticate microbiome research in the context of

cancer-associated pathogenesis by using human sequencing data
to characterize microbial profiles (bacterial, viral, or fungi). The
Cancer Microbiome Atlas (TCMA, https://tcma.pratt.duke.edu)
is a collection of curated, decontaminated microbial
compositions of oropharyngeal, esophageal, GI, and colorectal
tissues (23) based on samples from the TCGA database. At
different taxonomic levels, the bacterial signatures of tumor and
normal samples from patients with head and neck squamous cell
carcinoma (HNSC), esophageal carcinoma (ESCA), stomach
adenocarcinoma (STAD), colon adenocarcinoma (COAD), and
rectum adenocarcinoma (READ) can be identified from TCMA,
providing an excellent and powerful resource for studying the
microbiome of GI cancers.

The objective of the current study was to investigate the
microbiota profile in four major types of GI cancers, including
ESCA, STAD, COAD, and READ. To identify the differences in
microbial abundance between matched tumor-normal groups,
the global microbiome signature at different taxonomic levels in
both tumor and normal samples was analyzed. We also
characterized the microbiome signature and identified
relatively organ-prevalent microbes for each of the four GI
cancer types to gain a better understanding of their similarities
and heterogeneity based on their microbiome signatures.
Furthermore, the correlation between specific candidate
microbes and clinical variables of GI cancers was investigated
by combining the TCMA microbial profile with the phenotype
and survival data from TCGA. We believe that this is the first
study to focus on the microbial composition of internal organs
and their associations with four GI cancer types, which will
provide evidence and a theoretical foundation for studying
microbiome-host interactions and the role of the microbiome
in digestive system malignant diseases.

MATERIALS AND METHODS
Data Acquisition From TCMA and TCGA

The microbial abundance profiles at different taxonomic levels
were obtained from TCMA database for GI cancers including
ESCA [specifically, including 20 tumors of esophageal
adenocarcinoma (EAD), 40 tumors of esophageal squamous
cell carcinoma (ESCC), and 22 normal samples], STAD (127
tumors of stomach adenocarcinoma and 39 normal samples),
COAD (125 tumors of colon adenocarcinoma and 21 normal
samples), and READ (45 tumors of rectum adenocarcinoma and
4 normal samples). TCGA includes biospecimens and the
associated clinical information from human subjects under
informed consent and authorization of local institutional
review boards. We extracted the information about age, sex,
race, tumor stage, and neoplasm histologic grade from the
phenotype files, and about survival status and survival time
from the survival files of TCGA data, we then integrated the
microbial abundance profiles from TCMA and the clinical
characteristics from TCGA for all the samples for further
analysis. Figure 1 depicts the study design and workflow. The
clinical characteristics of the four types of GI tumors are
summarized in Table 1.
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FIGURE 1 | Schematic overview of the study design and workflow. TCMA, The Cancer Microbiome Atlas; TCGA, The Cancer Genome Atlas; ESCA, esophageal
carcinoma; EAD, esophageal adenocarcinoma; ESCC, esophageal squamous cell carcinoma; STAD, stomach adenocarcinoma; COAD, colon adenocarcinoma;
READ, rectum adenocarcinoma; PLS-DA, partial least squares discrimination analysis.

Analysis of Global Microbiota Profiles at
Various Taxonomic Levels

The global microbial abundance profiles at the phylum, order,
and genus taxonomic levels were downloaded from the TCMA
database. We performed partial least squares discrimination
analysis (PLS-DA) to investigate the overall differences in
microbiota profiles between the tumor and normal groups for
each cancer type, as well as in the tumor samples among the four
major GI cancer types.

Microbial Abundance Calculation and
Analysis at Different Taxonomic Levels
Microbial abundance (percentage abundance) was calculated at
the phylum, order, and genus taxonomic levels, and the
microbiota profiles of the top five most abundant microbes at
the phylum level and the top 10 most abundant microbes at the
order/genus levels were summarized for further study. We used
the paired two-tailed Student’s t-test to compare microbial
abundance in the tumor versus paired-normal samples, with
P < 0.05 representing statistical significance. To examine the
similarities and heterogeneities among the four types of GI
cancer, a Venn diagram was drawn (http://bioinformatics.psb.
ugent.be/webtools/Venn/) and bi-cluster analysis (using the
“pheatmap” package in R version 4.0.2) based on microbiota
profiles was performed.

Correlation Analysis of Microbial
Abundance and Clinical Characteristics
Pearson correlation was performed in R version 4.0.2 using the
cor.test () algorithm to analyze the correlation of specific
microbial abundance and clinical characteristics, including
tumor stage and histologic sample grade (P < 0.05). The
Kaplan-Meier model from the survival and survminer
packages in R version 4.0.2 was used for survival analysis
based on microbial abundance. The microbial abundance
values were divided into high (high) and low (low) groups
based on median values, with P < 0.05 representing
statistical significance.

RESULTS

Microbiota Profile Landscape of

Gl Cancers

Overall, we collected and integrated the microbiota profile and
clinical characteristics of 443 GI cancer samples (including 357
tumor samples and 86 normal samples) from four cohorts. In
total, 11 phyla, 38 orders, and 221 genera of microbial taxa were
extracted from each sample from the TCMA database. First, we
used a PLS-DA plot to compare the microbiota profile
landscapes of tumor and normal samples from the same organ.
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TABLE 1 | Clinical characteristics of the four types of gastrointestinal tumors in this study (derived from The Cancer Microbiome Atlas and The Cancer Genome Atlas databases).

Clinical characteristics ESCA STAD COAD READ
Tumor Tumor Normal Tumor Normal Tumor Normal Tumor Normal
(EAD) (ESCC)
Age [median (min—max)] 72.75 (47-86) 59.45 (36-90) 77 (51-90) 68 (39-91) 72 (43-88) 69 (31-90) 68 (47-90) 66 (33-89) 58.5 (49-67)
Gender [number (%))
Male 15 (75.00) 36 (90.00) 15(68.18) 82 (64.57) 24 (61.54) 61 (48.80) 0(47.62) 22 (48.89) 1 (25.00)
Female 5 (25.00) 4 (10.00) 7(31.2) 45(33.86) 15(38.46) 64 (51.20) 11(52.38) 23 (51.11) 3 (75.00)
Race [number (%))
White 18 14 21(95.45) 70 (65.12) 24 (61.54) 42 (33.60) 5(23.81) 5(11.11) 0 (0.00)
Black 0 (0.00) 2 0 (0.00) 2 (1.57) 1(2.56) 3 (2.40) 0(0.00) 1(2.22) 1 (25.00)
Asian 1 24 0(0.000 14(11.02) 1 (2.56) 21 (16.80) 0 (0.00) 0 (0.00) 0 (0.00)
Not reported 1 0 (0.00) 1(4.55) 413228 13(33.33) 59(47.200 16(76.19) 39 (86.67) 3 (75.00)
Tumor stage [number (%)]
Stage | 6 (30.00) 2 (5.00) 1(16.54) 7 (21.60) 10 (22.22)
Stage I 4 (20.00) 26 (65.00) 0 (31.50) 47 (37.60) 17 (37.78)
Stage Il 6 (30.00) 9 (22.50) 33 (25.98) 5 (28.00) 12 (26.67)
Stage IV 1 (5.00) 1(2.50) 8(14.17) 4 (11.20) 6 (13.33)
Not reported 3 (15.00) 2 (5.00) 5(11.81) 2 (1.60) 0 (0.00)
Neoplasm histologic grade [number
(%o)]
Grade X 11 (65.00) 4 (10.00) 0 (0.00) Not Not
Grade 1 1 (5.00) 4 (10.00) 4 (3.15) applicable applicable
Grade 2 4 (2.00) 23 (567.50) 3 (33.86)
Grade 3 4 (2.00) 9 (22.50) 80 (62.99)
Total [number (%)] 20 (100) 40 (100) 22 (100) 127 (100) 39 (100) 125 (100) 21 (100) 45 (100) 4 (100)

ESCA, esophageal carcinoma,; EAD, esophageal adenocarcinoma; ESCC, esophageal squamous cell carcinoma; STAD, stomach adenocarcinoma; COAD, colon adenocarcinoma;

READ, rectum adenocarcinoma.

The microbial profile could not well distinguish the sample type
(tumor or normal) at the phylum, order, or genus levels, as
shown in Supplementary Figure 1. We then focused on the
hypothesis that microbial composition signatures are associated
with different organs/tissues of GI tumors. As shown in Figure 2,
we discovered that microbes have a highly organ-dependent
signature. For example, the global microbiota profile of STAD is
closer to that of ESCA (including EAD and ESCC) at the genus
level, and samples from READ were nearly overlapped with the
COAD group (Figure 2A). Furthermore, by combining ESCA
and STAD samples as one type (upper GI tumor), and COAD
and READ samples as another type (lower GI tumor), a clear
distinction was found between upper and lower GI tumors, with
the taxonomic rank ranging from the phylum to genus
level (Figure 2B).

Microbiota Taxonomic Composition

in Gl Cancers

Bacteroidetes, Firmicutes, Proteobacteria, Fusobacteria, and
Actinobacteria dominated the top 5 abundant taxa at the
phylum level (Figure 3A, B). In the ESCA (including EAD
and ESCC) tumor samples, Bacteroidetes (0.32), Firmicutes
(0.34), Proteobacteria (0.16), Fusobacteria (0.08), and
Actinobacteria (0.07) constituted nearly 97% of the microbiota
phyla, the composition of which was similar to that of STAD
samples: Bacteroidetes (0.29), Firmicutes (0.37), Proteobacteria
(0.22), Fusobacteria (0.07), and Actinobacteria (0.03). Samples
from the lower GI tumor had significantly higher levels of
Bacteroidetes (0.53 for COAD, 0.51 for READ) and lower

levels of Firmicutes (0.22 for COAD, 0.20 for READ). Thus,
the lower GI tumor samples had a clearly higher Bacteroidetes/
Firmicutes ratio compared to the upper GI tumor group
(Figure 3A). However, the bi-clustering heatmap at the
phylum level could not distinguish between the four cancer
types (Figure 3B). The top 10 abundant microbiota taxa in
each of the four cancer types were calculated and analyzed at the
order and genus levels (Figures 3C-F). At the order level, half (5/
10) of the most abundant microbiota were shared by all four
cancer types (Figure 3C). Compared to the bi-clustering result at
the phylum level, we observed a more obvious clustering trend at
the order level, with ESCA clustering closer to STAD samples
and READ clustering closer to the COAD group (Figure 3D).
Furthermore, the difference in microbiome heterogeneity
between the upper and lower GI tumors was more pronounced
at the genus level. The composition of the top 10 abundant
genera differed between the upper and lower GI tumors, as
shown in Figure 3E. For instance, only two genera were
shared by all four cancer types, the samples in the ESCA and
STAD groups had five shared-genera, whereas the samples in the
COAD and READ groups had six shared-genera. Furthermore,
the organ-prevalent genera were identified relatively. The
microbial Capnocytophaga presence ratios in the four cancer
types were 18/60 (ESCA), 18/127 (STAD), 0/125 (COAD), and 0/
45 (READ), respectively. Helicobacter genus had existence ratios
of 5/60 (ESCA), 42/127 (STAD), 0/125 (COAD), and 0/45
(READ), respectively. The existence ratios for the
Faecalibacterium genus were 0/60 (ESCA), 0/127 (STAD), 35/
125 (COAD), and 11/45 (READ), respectively. Porphyromonas
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FIGURE 2 | PLS-DA plots based on the microbial profile of four GI cancer types. (A) PLS-DA plots of four cancer cohorts including ESCA, STAD, COAD, and READ
at the phylum, order, and genus levels. (B) ESCA and STAD were further collected as upper Gl tumors, whereas COAD and READ were collected as lower Gl
tumors. The light ellipse in each group represents the 95% confidence interval (Cl) of the score calculated from the corresponding group. PLS-DA, partial least
squares discrimination analysis; ESCA, esophageal carcinoma; STAD, stomach adenocarcinoma; COAD, colon adenocarcinoma; READ, rectum adenocarcinoma.

was found in nearly half of the READ samples (19/45), but less in
the other three cancer types (6/60 for ESCA, 25/127 for STAD,
17/125 for COAD). Through the bi-clustering heatmap, we
observed a relatively distinguishable pattern between upper GI
and lower GI tumors based on their microbial profiles at the
genus level (Figure 3F).

Furthermore, the most abundant microbial composition was
used to analyze the differences in abundance between tumor and
normal samples in the same organ. To obtain more accurate
results, we used a two-tailed Student’s t-test to compare the
tumor and strictly paired normal samples for each cancer type.
For ESCA, there were 18 and 4 paired tumor/normal samples for
EAD and ESCC, respectively; for STAD, COAD, and READ,
there were 38, 21, and 4 paired tumor/normal samples,
respectively. Figure 4 summarizes the statistically significant
outcomes for the EAD, STAD, and COAD groups. There were
no statistically significant differences between the tumor and
paired normal samples for the ESCC and READ groups, possibly
because of the small sample size of the two groups.

Microbiota Associated With Clinical
Characteristics and Survival Status

in Gl Cancers

TCGA collects comprehensive clinicopathological annotation
data, allowing researchers to investigate disease-related factors
in cancer. After integrating the microbial abundance profile from
TCMA and the clinical characteristics from TCGA, we
investigated whether there were specific candidate microbial

taxa that correlated with the clinical characteristics or survival
status of GI cancers, as specific microbes have potential value as
disease-related biomarkers. We discovered that the relative
abundance of several microbial compositions was related to the
overall survival rate or stage status in GI cancer patients,
especially for COAD and READ (Figure 5). The high
abundances of Alistipes and Blautia in tumor samples were
correlated with better survival probability in patients with
COAD (P < 0.05), and the relative levels of Alistipes and
Blautia in the tumor were slightly decreased compared to their
paired normal samples, but no significant difference was found
(Figures 5A, B). Furthermore, the relative abundance of
Pasteurellales was slightly increased (with no significant
difference) in tumors compared with that in normal tissues
and was positively correlated with COAD tumor stage (P <
0.05, Figure 5C). In READ, the relative abundance of
Porphyromonas in tumors was elevated (with no significant
difference) when compared with paired normal samples and
was positively correlated with tumor stage (P < 0.05, Figure 5D).

DISCUSSION

Numerous studies have identified links between the microbiota
and tumorigenesis and progression in various cancer types (24,
25). Until now, the majority of related studies have concentrated
primarily on the role of the gut microbiota (GM) in disease.
Several studies have recently characterized the profile of tissue-
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resident microbiota in various cancers (6, 11, 18, 19, 26).
Identification of microbial communities and abundance
derived from human tissues and organs was significantly
assisted by publicly available genome sequencing data in the
TCGA database.

Herein, we described the global microbial signature associated
with four major types of GI cancers by conducting a
comprehensive analysis of the bacterial taxa in the TCMA.
Overall, across the four cancer cohorts, the PLS-DA profile

differences in the microbial communities between tumor and
normal samples were not particularly noticeable. Despite this,
the abundance of specific bacteria between strict paired tumor-
normal samples were different. In the STAD cohort and EAD
samples from the ESCA cohort, the relative abundance of
Firmicutes in tumor samples was increased, whereas that of
Proteobacteria was decreased significantly compared to that in
normal samples. The link between Helicobacter pylori infection
and gastric cancer has been well established. Noteworthy
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consistent with other studies (11, 27), the abundance of
Helicobacter was higher, whereas that of Veillonellales/
Veillonella was lower in the paired normal samples compared
to tumor samples (38 paired of tumor/normal samples in this
study) within the gastric cohort. In COAD, the tumor samples
had significantly lower levels of Bacteroidetes and Bacteroidales
and higher levels of Fusobacterium compared to their
normal counterparts.

In our study, we observed distinct microbial profiles between
the upper and lower GI tumors, as the taxa were classified from
the phylum to genus level, whereas minor differences were found
in the microbiota signature between ESCA and STAD in the
upper GI tract and COAD and READ in the lower GI tract. As
exploring tissue-resident microbiota profiles can help to identify
predictive microbial biomarkers for a specific cancer type, we
further concentrated on identifying and comparing the common
and distinct microbial taxa in four GI cancer types. At the
phylum level, Bacteroidetes and Firmicutes dominated the
microbial composition in the ESCA and STAD cohorts of
the upper GI tract, whereas Bacteroidetes dominated the lower
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FIGURE 4 | Analysis of microbiota abundance differences between tumor and paired normal samples. In EAD (A), STAD (B), and COAD (C), there were 18, 38, and
21 paired tumor-normal samples, respectively. For significance analysis, a paired two-tailed Student’s t-test was used. *P < 0.05, P < 0.01, 2P < 0.001 compared to
the normal group. The differences between tumor and paired normal samples were not significant in ESCC and READ samples (data not shown). EAD, esophageal
adenocarcinoma; ESCC, esophageal squamous cell carcinoma; STAD, stomach adenocarcinoma; COAD, colon adenocarcinoma; READ, rectum adenocarcinoma.

GI tract samples of COAD and READ. At the order level, the
four cancer cohorts shared half of the top 10 most detected
microbial compositions. Furthermore, a trend of clustering was
observed between ESCA and STAD, as well as between COAD
and READ; the clustering phenomenon and differences in
microbial profiles within groups were most visible at the genus
level. According to our findings, only two common abundant
microbial genera were detected in the four cancer types. Previous
research has shown that the genera Streptococcus, Lactobacillus,
Veillonella, and Prevotella predominate in the gastric microbiota
(28), which is consistent with the current findings. The STAD
group nearly overlapped the most abundant genus profile in
ESCA samples. Several upper GI tract microbial genera
(Streptococci, Veillonella, Lactobacillus) were reported in
abundance in the microbial community coating the tongue
(27), indicating that anatomically adjacent organs have
relatively similar microbial signatures. The READ cohort had
the most common abundant genera with the COAD cohort in
the lower GI tract. Colorectal cancer (CRC) is closely correlated
with dramatic changes in microbial composition, also known as
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dysbiosis (29, 30). Evidence for important roles of Fusobacterium
nucleatum, Escherichia coli, and Bacteroides fragilis as specific
strains associated with CRC is also emerging (31). CRC-
associated microbiota profiles differ from those found in
healthy subjects; the microbiota composition in colorectal
cancer in our study was similar to that found in other studies
(32, 33). We also identified tissue/organ-specific flora. For
example, Capnocytophaga and Helicobacter were only found in
the ESCA and STAD cohorts. It is known that Helicobacter pylori
is a major etiological factor in the development of upper GI tract
conditions (34), and its infection in the stomach is a risk factor
for STAD prognosis (35). On the contrary, Faecalibacterium was
found only in CRC samples.

Finally, we examined the relationship between candidate
microbes and clinical variables in patients after combining the
microbiome profile from TCMA and clinical characteristic
information from TCGA for all samples, focusing on factors
such as tumor stage, histologic grade, and overall survival status.
In general, we discovered more microbial correlations with CRC
clinical characteristics than with upper GI cancers. For example,
the abundance of Alistipes and Blautia was moderately decreased
in tumors compared to that in the paired normal samples, and
their high level indicated a better survival probability in patients
with COAD. The composition of Pasteurellales and
Porphyromonas was related to the tumor stage status of COAD
and READ, respectively. Recently, there has been contradictory
evidence indicating the two-sided effects of Alistipes on health.
Alistipes may confer protective effects against diseases such as
liver fibrosis, colitis, and cardiovascular disease (36). Other

studies have found Alistipes to be pathogenic in colorectal
cancer (33, 36, 37), which contradicts the results of the current
study and requires further clarification. In a study on mucosa-
adherent microbiota, Blautia was found to be lower in patients
with CRC than in healthy controls (38). Several studies (39, 40)
have found high levels of Porphyromonas in colorectal cancer,
which is consistent with our findings. The results indicate that a
novel approach to microbial-based cancer discrimination and
prognosis prediction may provide significant future value
to patients.

Our study has some limitations; the small size of paired
tumor-normal samples weakened the power of the comparison
study, particularly in the READ cohort and the ESCC subgroup
of ESCA. Further, the clinicopathological data in this study need
to be supplemented and completed to obtain more
comprehensive results regarding the relationship between GI
cancers and the microbiota. Besides, the current study is more of
an observational research, and interference study is essential and
need to be conducted in the future to eliminate the false
correlation drawing from bioinformatics data.

CONCLUSION

In this study, we characterized the microbiota signatures of four
major GI cancer types: ESCA (including EAD and ESCC),
STAD, COAD, and READ. Taken together, our findings
indicate that microbial profiles differ noticeably between upper
and lower GI tissues/organs, and that microbial colonization is
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relatively site-specific. Several candidate microbial biomarkers
can be predictive of tumor stage and cancer prognosis. This
approach confirms the ability to identify the microbial
community and abundance in human tissues based on publicly
available genome sequencing data, helps to discover prognostic
species, and enables systematic matched microbe-host multi-
omic analyses, which provides a new perspective for intra-tissue/
organ microbiota research and will help guide future studies of
the microbiome’s role in human health and disease.

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.

AUTHOR CONTRIBUTIONS

JW designed, performed the research, and co-wrote the
manuscript. YW and XG contributed to data and statistical
analysis. ZL co-wrote the manuscript. DH supervised the

REFERENCES

1. Huang RJ, Sharp N, Talamoa R, Kapphahn K, Sathye V, Lin B, et al
Disaggregated Mortality From Gastrointestinal Cancers in Asian
Americans: Analysis of United States Death Records. Int J Cancer (2021)
148:2954-63. doi: 10.1002/ijc.33490

2. Arnold M, Abnet CC, Neale RE, Vignat J, Giovannucci EL, McGlynn KA, et al.
Global Burden of 5 Major Types of Gastrointestinal Cancer. Gastroenterology
(2020) 159:335-49.€315. doi: 10.1053/j.gastro.2020.02.068

3. Fung TC, Olson CA, Hsiao EY. Interactions Between the Microbiota, Immune
and Nervous Systems in Health and Disease. Nat Neurosci (2017) 20:145-55.
doi: 10.1038/nn.4476

4. Sekirov I, Russell SL, Antunes LC, Finlay BB. Gut Microbiota in Health and
Disease. Physiol Rev (2010) 90:859-904. doi: 10.1152/physrev.00045.2009

5. Blum HE. The Human Microbiome. Adv Med Sci (2017) 62:414-20.
doi: 10.1016/j.advms.2017.04.005

6. Robinson KM, Crabtree ], Mattick JS, Anderson KE, Dunning Hotopp JC.
Distinguishing Potential Bacteria-Tumor Associations From Contamination
in a Secondary Data Analysis of Public Cancer Genome Sequence Data.
Microbiome (2017) 5:9. doi: 10.1186/s40168-016-0224-8

7. Peng Z, Cheng S, Kou Y, Wang Z, Jin R, Hu H, et al. The Gut Microbiome Is
Associated With Clinical Response to Anti-PD-1/PD-L1 Immunotherapy in
Gastrointestinal Cancer. Cancer Immunol Res (2020) 8:1251-61. doi: 10.1158/
2326-6066.CIR-19-1014

8. Lau HCH, Sung JJ, Yu J. Gut Microbiota: Impacts on Gastrointestinal Cancer
Immunotherapy. Gut Microbes (2021) 13:1-21. doi: 10.1080/19490976.2020.1869504

9. SunJ, Tang Q, Yu S, Xie M, Xie Y, Chen G, et al. Role of the Oral Microbiota
in Cancer Evolution and Progression. Cancer Med (2020) 9:6306-21.
doi: 10.1002/cam4.3206

10. O’Keefe SJ. Diet, Microorganisms and Their Metabolites, and Colon Cancer.
Nat Rev Gastroenterol Hepatol (2016) 13:691-706. doi: 10.1038/nrgastro.
2016.165

11. Rodriguez RM, Hernandez BY, Menor M, Deng Y, Khadka VS. The
Landscape of Bacterial Presence in Tumor and Adjacent Normal Tissue
Across 9 Major Cancer Types Using TCGA Exome Sequencing. Comput
Struct Biotechnol ] (2020) 18:631-41. doi: 10.1016/j.csbj.2020.03.003

12. Zitvogel L, Ma Y, Raoult D, Kroemer G, Gajewski TF. The Microbiome in
Cancer Immunotherapy: Diagnostic Tools and Therapeutic Strategies. Science
(2018) 359:1366-70. doi: 10.1126/science.aar6918

research. All authors contributed to the article and approved
the submitted version.

FUNDING

This work was supported by the Fundamental Research Funds for
the Central Universities of Northwestern Polytechnical University
(G2020KY0516), Shaanxi Provincial Key Research and
Development Program (2020GXLH-Y-027, 2021SF-030), and
the Innovative Talents Promotion Program (2020KJXX-023).

SUPPLEMENTARY MATERIAL

The Supplementary Material for this article can be found online
at: https://www.frontiersin.org/articles/10.3389/fonc.2021.
685641/full#supplementary-material

Supplementary Figure 1 | PLS-DA plots based on microbial profile of tumor and
normal samples from the same organ. PLS-DA plots at phylum, order, and genus
levels of tumor and normal samples from ESCA (A), STAD (B), COAD (C), and
READ (D).

13. Villéger R, Lopés A, Carrier G, Veziant J, Billard E, Barnich N, et al. Intestinal
Microbiota: A Novel Target to Improve Anti-Tumor Treatment? Int ] Mol Sci
(2019) 20:4584. doi: 10.3390/ijms20184584

14. Wang H, Funchain P, Bebek G, Altemus J, Zhang H, Niazi F, et al.
Microbiomic Differences in Tumor and Paired-Normal Tissue in Head and
Neck Squamous Cell Carcinomas. Genome Med (2017) 9:14. doi: 10.1186/
s13073-017-0405-5

15. Feng X, Han L, Ma S, Zhao L, Wang L, Zhang K, et al. Microbes in Tumoral In
Situ Tissues and in Tumorigenesis. Front Cell Infect Microbiol (2020)
10:572570. doi: 10.3389/fcimb.2020.572570

16. Rodriguez RM, Khadka VS, Menor M, Hernandez BY, Deng Y. Tissue-
Associated Microbial Detection in Cancer Using Human Sequencing Data.
BMC Bioinf (2020) 21:523. doi: 10.1186/s12859-020-03831-9

17. Leonard MM, Karathia H, Pujolassos M, Troisi ], Valitutti F, Subramanian P, et al.
Multi-Omics Analysis Reveals the Influence of Genetic and Environmental Risk
Factors on Developing Gut Microbiota in Infants at Risk of Celiac Disease.
Microbiome (2020) 8:130. doi: 10.1186/s40168-020-00906-w

18. Wong LM, Shende N, Li WT, Castaneda G, Apostol L, Chang EY, et al.
Comparative Analysis of Age- and Gender-Associated Microbiome in Lung
Adenocarcinoma and Lung Squamous Cell Carcinoma. Cancers (Basel) (2020)
12:1447. doi: 10.3390/cancers12061447

19. Poore GD, Kopylova E, Zhu Q, Carpenter C, Fraraccio S, Wandro S, et al.
Microbiome Analyses of Blood and Tissues Suggest Cancer Diagnostic
Approach. Nature (2020) 579:567-74. doi: 10.1038/s41586-020-2095-1

20. Chakladar J, Kuo SZ, Castaneda G, Li WT, Gnanasekar A, Yu MA, et al. The
Pancreatic Microbiome is Associated With Carcinogenesis and Worse
Prognosis in Males and Smokers. Cancers (Basel) (2020) 12:2672.
doi: 10.3390/cancers12092672

21. Wei MY, Shi S, Liang C, Meng QC, Hua J, Zhang YY, et al. The Microbiota
and Microbiome in Pancreatic Cancer: More Influential Than Expected. Mol
Cancer (2019) 18:97. doi: 10.1186/s12943-019-1008-0

22. Hoadley KA, Yau C, Hinoue T, Wolf DM, Lazar AJ, Drill E, et al. Cell-Of-
Origin Patterns Dominate the Molecular Classification of 10,000 Tumors
From 33 Types of Cancer. Cell (2018) 173:291-304.e296. doi: 10.1016/
j.cell.2018.03.022

23. Dohlman AB, Arguijo Mendoza D, Ding S, Gao M, Dressman H, Iliev ID,
et al. The Cancer Microbiome Atlas: A Pan-Cancer Comparative Analysis to
Distinguish Tissue-Resident Microbiota From Contaminants. Cell Host
Microbe (2021) 29:281-98.e285. doi: 10.1016/j.chom.2020.12.001

Frontiers in Oncology | www.frontiersin.org

August 2021 | Volume 11 | Article 685641


https://www.frontiersin.org/articles/10.3389/fonc.2021.685641/full#supplementary-material
https://www.frontiersin.org/articles/10.3389/fonc.2021.685641/full#supplementary-material
https://doi.org/10.1002/ijc.33490
https://doi.org/10.1053/j.gastro.2020.02.068
https://doi.org/10.1038/nn.4476
https://doi.org/10.1152/physrev.00045.2009
https://doi.org/10.1016/j.advms.2017.04.005
https://doi.org/10.1186/s40168-016-0224-8
https://doi.org/10.1158/2326-6066.CIR-19-1014
https://doi.org/10.1158/2326-6066.CIR-19-1014
https://doi.org/10.1080/19490976.2020.1869504
https://doi.org/10.1002/cam4.3206
https://doi.org/10.1038/nrgastro.2016.165
https://doi.org/10.1038/nrgastro.2016.165
https://doi.org/10.1016/j.csbj.2020.03.003
https://doi.org/10.1126/science.aar6918
https://doi.org/10.3390/ijms20184584
https://doi.org/10.1186/s13073-017-0405-5
https://doi.org/10.1186/s13073-017-0405-5
https://doi.org/10.3389/fcimb.2020.572570
https://doi.org/10.1186/s12859-020-03831-9
https://doi.org/10.1186/s40168-020-00906-w
https://doi.org/10.3390/cancers12061447
https://doi.org/10.1038/s41586-020-2095-1
https://doi.org/10.3390/cancers12092672
https://doi.org/10.1186/s12943-019-1008-0
https://doi.org/10.1016/j.cell.2018.03.022
https://doi.org/10.1016/j.cell.2018.03.022
https://doi.org/10.1016/j.chom.2020.12.001
https://www.frontiersin.org/journals/oncology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/oncology#articles

Wang et al.

Microbiota in Gastrointestinal Cancer

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

Contreras AV, Cocom-Chan B, Hernandez-Montes G, Portillo-Bobadilla T,
Resendis-Antonio O. Host-Microbiome Interaction and Cancer: Potential
Application in Precision Medicine. Front Physiol (2016) 7:606. doi: 10.3389/
fphys.2016.00606

Garrett WS. Cancer and the Microbiota. Science (2015) 348:80-6.
doi: 10.1126/science.aaa4972

Chakladar J, Wong LM, Kuo SZ, Li WT, Yu MA, Chang EY, et al. The Liver
Microbiome Is Implicated in Cancer Prognosis and Modulated by Alcohol and
Hepatitis B. Cancers (Basel) (2020) 12:1642. doi: 10.3390/cancers12061642

Xu J, Xiang C, Zhang C, Xu B, Wu J, Wang R, et al. Microbial Biomarkers of
Common Tongue Coatings in Patients With Gastric Cancer. Microb Pathog
(2019) 127:97-105. doi: 10.1016/j.micpath.2018.11.051

Dicksved J, Lindberg M, Rosenquist M, Enroth H, Jansson JK, Engstrand L.
Molecular Characterization of the Stomach Microbiota in Patients With
Gastric Cancer and in Controls. ] Med Microbiol (2009) 58:509-16.
doi: 10.1099/jmm.0.007302-0

Zou S, Fang L, Lee MH. Dysbiosis of Gut Microbiota in Promoting the
Development of Colorectal Cancer. Gastroenterol Rep (Oxf) (2018) 6:1-12.
doi: 10.1093/gastro/gox031

Gao R, Gao Z, Huang L, Qin H. Gut Microbiota and Colorectal Cancer. Eur ]
Clin Microbiol Infect Dis (2017) 36:757-69. doi: 10.1007/s10096-016-2881-8
Tilg H, Adolph TE, Gerner RR, Moschen AR. The Intestinal Microbiota in
Colorectal Cancer. Cancer Cell (2018) 33:954-64. doi: 10.1016/j.ccell.2018.03.004
Flemer B, Lynch DB, Brown JM, Jeffery IB, Ryan FJ, Claesson MJ, et al.
Tumour-Associated and Non-Tumour-Associated Microbiota in Colorectal
Cancer. Gut (2017) 66:633-43. doi: 10.1136/gutjnl-2015-309595

Dai Z, Coker OO, Nakatsu G, Wu WKK, Zhao L, Chen Z, et al. Multi-Cohort
Analysis of Colorectal Cancer Metagenome Identified Altered Bacteria Across
Populations and Universal Bacterial Markers. Microbiome (2018) 6:70.
doi: 10.1186/s40168-018-0451-2

Abdul-Razzak KK, Odeh AM, Bani-Hani KE. Fast Agar-Based Urease Test for
Detection of Helicobacter Pylori Infection in the Stomach. Saudi Med ] (2007)
28:379-81.

Liang LB, Huang XY, He H, Liu JY. Prognostic Values of Radiosensitivity
Genes and CDI19 Status in Gastric Cancer: A Retrospective Study Using

TCGA Database. Pharmgenom Pers Med (2020) 13:365-73. doi: 10.2147/
PGPM.S265121

Parker BJ, Wearsch PA, Veloo ACM, Rodriguez-Palacios A. The Genus
Alistipes: Gut Bacteria With Emerging Implications to Inflammation,
Cancer, and Mental Health. Front Immunol (2020) 11:906. doi: 10.3389/
fimmu.2020.00906

Feng Q, Liang S, Jia H, Stadlmayr A, Tang L, Lan Z, et al. Gut Microbiome
Development Along the Colorectal Adenoma-Carcinoma Sequence. Nat
Commun (2015) 6:6528. doi: 10.1038/ncomms7528

Chen W, Liu F, Ling Z, Tong X, Xiang C. Human Intestinal Lumen and
Mucosa-Associated Microbiota in Patients With Colorectal Cancer. PloS One
(2012) 7:€39743. doi: 10.1371/journal.pone.0039743

Sinha R, Ahn ], Sampson JN, Shi ], Yu G, Xiong X, et al. Fecal Microbiota, Fecal
Metabolome, and Colorectal Cancer Interrelations. PloS One (2016) 11:
€0152126. doi: 10.1371/journal.pone.0152126

Koliarakis I, Messaritakis I, Nikolouzakis TK, Hamilos G, Souglakos J,
Tsiaoussis J. Oral Bacteria and Intestinal Dysbiosis in Colorectal Cancer.
Int ] Mol Sci (2019) 20:4146. doi: 10.3390/ijms20174146

36.

37.

38.

39.

40.

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

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

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

Frontiers in Oncology | www.frontiersin.org

August 2021 | Volume 11 | Article 685641


https://doi.org/10.3389/fphys.2016.00606
https://doi.org/10.3389/fphys.2016.00606
https://doi.org/10.1126/science.aaa4972
https://doi.org/10.3390/cancers12061642
https://doi.org/10.1016/j.micpath.2018.11.051
https://doi.org/10.1099/jmm.0.007302-0
https://doi.org/10.1093/gastro/gox031
https://doi.org/10.1007/s10096-016-2881-8
https://doi.org/10.1016/j.ccell.2018.03.004
https://doi.org/10.1136/gutjnl-2015-309595
https://doi.org/10.1186/s40168-018-0451-2
https://doi.org/10.2147/PGPM.S265121
https://doi.org/10.2147/PGPM.S265121
https://doi.org/10.3389/fimmu.2020.00906
https://doi.org/10.3389/fimmu.2020.00906
https://doi.org/10.1038/ncomms7528
https://doi.org/10.1371/journal.pone.0039743
https://doi.org/10.1371/journal.pone.0152126
https://doi.org/10.3390/ijms20174146
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/oncology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/oncology#articles

	Global Analysis of Microbiota Signatures in Four Major Types of Gastrointestinal Cancer
	Introduction
	Materials and Methods
	Data Acquisition From TCMA and TCGA
	Analysis of Global Microbiota Profiles at Various Taxonomic Levels
	Microbial Abundance Calculation and Analysis at Different Taxonomic Levels
	Correlation Analysis of Microbial Abundance and Clinical Characteristics

	Results
	Microbiota Profile Landscape of GI Cancers
	Microbiota Taxonomic Composition in GI Cancers
	Microbiota Associated With Clinical Characteristics and Survival Status in GI Cancers

	Discussion
	Conclusion
	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 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


