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Goblet cell adenocarcinoma (GCA) is a rare amphicrine tumor and difficult to diagnose.
GCA is traditionally found in the appendix, but extra-appendiceal GCA may be
underestimated. Intestinal adenocarcinoma with signet ring cell component is also very
rare, and some signet ring cell carcinomas are well cohesive, having some similar
morphological features to GCAs. It is necessary to differentiate GCA from intestinal
adenocarcinomas with cohesive signet ring cell component (IACSRCC). The goal of this
study is to find occurrence of extra-appendiceal GCA and characterize the histological,
immunohistochemical, transcriptional, and immune landscape of GCA. We collected 12
cases of GCAs and 10 IACSRCCs and reviewed the clinicopathologic characters of these
cases. Immunohistochemical stains were performed with synaptophysin, chromogranin
A, CD56, somatostatin receptor (SSTR) 2, and Ki-67. Whole transcriptome RNA-
sequencing was performed, and data were used to analyze differential gene expression
and predict immune cell infiltration levels in GCA and IACSRCC. RNA-sequencing data for
colorectal adenocarcinoma were gathered from TCGA data portal. Of the 12 patients with
GCA, there were 4 women and 8 men. There were three appendiceal cases and nine
extra-appendiceal cases. GCAs were immunohistochemically different from IACSRCC.
GCA also had different levels of B-cell and CD8+ T-cell infiltration compared to both
colorectal adenocarcinoma and cohesive IACSRCCs. Differential gene expression
analysis showed distinct gene expression patterns in GCA compared to colorectal
adenocarcinoma, with a number of cancer-related differentially expressed genes,
including upregulation of TMEM14A, GOLT1A, DSCC1, and HSD17B8, and
downregulation of KCNQ1OT1 and MXRA5. GCA also had several differentially
expressed genes compared to IACSRCCs, including upregulation of PRSS21, EPPIN,
RPRM, TNFRSF12A, and BZRAP1, and downregulation of HIST1H2BE, TCN1,
AC069363.1, RP11-538I12.2, and REG4. In summary, the number of extra-
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appendiceal GCA was underestimated in Chinese patients. GCA can be seen as a distinct
morphological, immunohistochemical, transcriptomic, and immunological entity. The
classic low-grade component of GCA and the immunoreactivity for neuroendocrine
markers are the key points to diagnosing GCA.
Keywords: goblet cell adenocarcinoma, colorectal cancer, pathology, differential gene expression, immune cell
infiltration, immunohistochemistry
INTRODUCTION

Goblet cell adenocarcinoma (GCA) is a very rare tumor,
formerly known as goblet cell carcinoid (1). GCA is composed
of cells with secretory phenotypes, including goblet cells,
endocrine cells, and Paneth cells. Whether these tumors are
more closely related to neuroendocrine tumors or
adenocarcinomas is controversial (2). Because GCAs are
predominantly tumors of mucin secreting cells, they were
reclassified as goblet cell adenocarcinomas in the current
World Health Organization (WHO) classification of the
digestive system (1). GCA was almost exclusively found in the
appendix (1); however, more and more extra-appendiceal GCAs
are being reported in the literature (3–6). We suspect that the
number of extra-appendiceal GCA is underestimated, because
GCA was considered as a special tumor that exclusively existed
in the appendix. One of the objectives of our study is to look for
extra-appendiceal GCAs.

Intestinal adenocarcinoma with signet ring cell component is
also very rare in the intestinal tract, consisting of 0.1%–2.6% of
colorectal cancer patients (7, 8). As we know, signet ring cell
carcinoma usually is poorly cohesive (1). However, some signet
ring cell carcinomas are well cohesive, having some similar
morphological features to GCAs. We attempt to reveal the
difference between GCAs and intestinal adenocarcinoma with
cohesive signet ring cell component (IACSRCC). Early GCA
mutational profiling showed it to be distinct from intestinal
neuroendocrine tumors (NETs) and conventional intestinal
adenocarcinoma (3, 9), where common genetic mutations in
KRAS, GNAS, and APC were uncommon in GCAs (3, 9).
However, no studies have to date investigated distinctions
between GCA and colorectal adenocarcinoma and the
morphologically similar IACSRCCs, in terms of both gene
expression and the tumor immune microenvironment.
Another aim of this study is to investigate whether GCA is a
distinct entity in terms of transcriptional and immune landscape,
which may facilitate an accurate diagnosis of GCA.
MATERIALS AND METHODS

Case Selection
All GCAs, IACSRCC, and gastric carcinomas with signet ring cell
components were reviewed to search for GCA and IACSRCC. To
be classified as a GCA, the tumor must demonstrate at least a
component of classic low-grade GCA (the classic low-grade
tumor grows as tubules composed of goblet-like mucinous,
2

variable numbers of endocrine cells, and Paneth-like cells with
granular eosinophilic cytoplasm). The IACSRCC was defined as
adenocarcinoma with a well-cohesive signet ring cell component
rather than a poor-cohesive signet ring cell component. The
diagnosis was confirmed by two pathologists (D-LL and L-LW).
According to the morphology criteria, a total of 12 GCAs and 10
IACSRCCs were included in this study dating from 2016 to 2019.
Out of the nine extra-appendiceal cases, six were initially
misdiagnosed as signet ring cell carcinomas. All patients were
from the Affiliated Hospital of Qingdao University. All
clinicopathologic records and formalin-fixed paraffin-
embedded (FFPE) sections were reviewed, and the results are
summarized in Table 1. This study was performed according to
the Declaration of Helsinki and was approved by the Ethics
Committee of the Affiliated Hospital of Qingdao University on
October 3, 2019 (No. QYFYWZLL 26478). All patients provided
written informed consent.

TCGA-COAD Data
TCGA RNAseq gene expression data were obtained from NIH
GDC data portal (https://portal.gdc.cancer.gov/). A total of 513
colorectal adenocarcinoma cases were selected for analysis.

Immunohistochemistry
Immunohistochemical analysis was performed on paraffin-
embedded sections using the following primary antibodies:
synaptophysin (Clone: UMAB 112, Zhongshan, China),
chromogranin A (Clone: LK2H10, Zhongshan, China), CD56
(Clone: 123C3, Roche, Switzerland), somatostatin receptor
(SSTR)2 (Clone: EP149, Zhongshan, China), and Ki-67 (MIB1,
Dako Cytomation, Denmark). All markers were performed using
a VENTANA Benchmark ® XT automated system (Ventana
Medical Systems, Inc., Tucson, AZ, USA).

RNA Extraction, Library Construction, and
Whole Transcriptome Sequencing
Total RNA from FFPE samples were extracted using a RNeasy
FFPE Kit (Qiagen). RNA purity was checked using Nanodrop
2000 for A260/280 and A260/A230 ratios (Thermo Fisher
Scientific). All RNA samples were quantified by Qubit 3.0 using
the RNA BR Assay Kit (Life Technologies). RNA integrity
was assessed using Bioanalyzer 2100 (Agilent). RIN value (RNA
integrity number) higher than 6.5 was required. RNA sequencing
libraries were prepared using KAPA Stranded RNA-Seq Kit
with RiboErase (KAPA Biosystems). Briefly, rRNA was first
depleted with RiboErase, followed by DNase digestion for DNA
removal. Purified RNA was subjected to first-strand cDNA
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synthesis, followed by second-strand synthesis with dUTP
marking for strand specificity. This is followed by A-tailing,
adapter ligation, and library amplification. Final library was
quantified using KAPA Library Quantification Kit (KAPA
Biosystems), and its fragment size distribution was analyzed
using a Bioanalyzer 2100 (Agilent). Sequencing was performed
on Illumina HiSeq4000 platform using PE150 sequencing
chemistry (Illumina, USA) to an average of 60M reads per sample.

RNA Sequencing Data Processing,
Transcript Quantification, and Differential
Gene Expression Analysis
FASTQ file quality control was performed using Trimmomatic
(10), where N bases and low-quality (score <15) bases were
removed. Reads aligning to rRNA and tRNA sequences were
removed. Cleaned reads were aligned to the human reference
genome (hg19) using STAR v 2.5.2b (11), a splice aware aligner.
Transcripts were quantified using RSEM (12), which uses
expectation maximization algorithm to optimally assign reads
that maps to multiple transcripts. Differential gene expression
analysis was performed using DESeq2 (13) R package.

Pathway Enrichment Analysis
Gene ontology enrichment analysis (GOEA) was performed with
GOATOOLS (14). Briefly, given a set of genes up- or
downregulated in a certain group compared to another group,
enrichment analysis will find gene ontology terms where these
genes are overrepresented. Pathway and disease enrichment was
performed using KOBAS 2.0 (15). Briefly, given a set of genes,
KOBAS performs a statistical test to find pathways or disease in
which the set of genes are overrepresented. KOBAS 2.0 uses five
pathway databases (KEGG PATHWAY, PID, BioCyc, Reactome,
and Panther) and five human disease databases (OMIM, KEGG
DISEASE, FunDO, GAD, and NHGRI GWAS Catalog). Gene
Frontiers in Oncology | www.frontiersin.org 3
ontology terms represent biological function categories while
pathway analysis involves enrichment for metabolic and
signaling pathways.

Immune Cell Infiltration Estimate
Relative infiltration level of six types of immune cells was
estimated for each sample with TIMER (16) and RNAseq gene
expression data. Six types of immune cells include CD4+ T cells,
CD8+ T cells, B cells, neutrophils, macrophages, and myeloid
dendritic cells.

Immunomodulator Gene Expression
Analysis
Level of immunomodulation was assessed as per previous study
by Thorssen et al. (17). Gene expression levels in transcript per
million (TPM) of 74 immunomodulator genes were assessed.
These genes were divided into seven super categories, including
receptor, ligand, co-stimulator, co-inhibitor, cell adhesion,
antigen presentation, and other. They can also be immune
checkpoint inhibitors, stimulators, or neither. Results were
presented in a heatmap, where the median TPM of each gene
was calculated for D: GCA and L: IACSRCC group, and z-score
normalized across the two groups for each gene.

Cytolytic Activity
Cytolytic activity was calculated as the geometric mean of gene
expression levels of GZMA and PRF1 as previously
described (18).

Statistical Analysis
Non-parametric Wilcoxon’s rank-sum test was used to assess the
differences between groups. p < 0.05 was considered to indicate a
statistically significant difference. FDR was used for multiple testing
correction. All statistical analyses were performed in R (v.3.5.3).
TABLE 1 | Clinicopathologic characteristics of GCAs.

Case
No.

Age
(years)/
Sex

Location Size
(cm)

Histologic Findings TNM
stage

Follow-up
(months)

Grading Non-GCA component Vascular
invasion

Perineural
invasion

1 70/M Transverse
colon

4.2 G3 Conventional adenocarcinoma - + T3N0M0 DOD (45)

2 72/M Appendix 4.3 G2 None + + T3N2aM0 DOD (20)
3 57/M Ascending

colon
4.5 G2 None + - T3N1bM0 DOD (5)

4 31/F Sigmoid
colon

3.5 G2 Conventional adenocarcinoma + + T3N2aM0 DOD (18)

5 60/M Rectum 6.5 G3 None + + T4N2bM0 DOD (28)
6 36/F Transverse

colon
5.1 G3 Conventional adenocarcinoma - - T3N1aM0 NET (38)

7 78/M Stomach 4.9 G1 None + + T4aN2M0 NET (28)
8 50/F Stomach 5.0 G3 Large cell neuroendocrine carcinoma and

conventional adenocarcinoma
+ + T3N2M0 NET (28)

9 66/F Sigmoid
colon

4.0 G3 Mucinous carcinoma - + T3N2bM0 NET (34)

10 65/M Appendix 2.1 G2 None + + T3N1M0 NET (25)
11 71/M Stomach 3.5 G3 None + + T3N1M0 NET (10)
12 67/M Appendix 4.0 G1 None + - T3N1M0 NET (18)
November 2021 | V
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RESULTS

Clinicopathological Characteristics
The clinicopathological characteristics of the patient of GCA are
summarized in Table 1. The median age of the patients was 65.5
years (range 31–78 years). Of the 12 patients with GCA, there were 4
women and 8 men. The detailed locations were the appendix (three
cases), the stomach (three cases), the transverse colon (two cases),
the sigmoid colon (two cases), the ascending colon (one case), and
the rectum (one case). The median tumor size was 4.0 cm (range
3.5–6.5 cm). Themean follow-up time was 28months, ranging from
5 months to 46 months. Five patients died of cancer. Neither local
recurrence nor distant metastasis had been found in the other seven
patients. The clinicopathological characteristics of the patients with
IACSRCC are summarized in Table S1.

Histologic and Immunohistochemical
Findings of GCAs and IACSRCC
According to the latest WHO grading system (1), the 12 cases of
GCAs were subdivided into Grade 1 (two cases), Grade 2 (four
cases), and Grade 3 (six cases), respectively. The proportion of
Frontiers in Oncology | www.frontiersin.org 4
classic low-grade GCA components ranged from 5% to 90%. The
classic low-grade GCA components grew as small tubular or
clustered tumor clusters composed of goblet cells, in
combination with cuboidal glandular cells and a variable
number of Paneth-like cells (Figure 1A). The tumor cells in
these clusters had a low N:C ratio, mild to at most moderate
cytologic atypia, and infrequent mitoses (Figure 1A). The high-
grade histologic components showed growth patterns of single
file (Figure 1B), large aggregates (Figure 1C), and fused goblet
cell clusters (Figure 1D). Non-GCA components existed in five
cases, including conventional adenocarcinoma (Figure 1E), large
cell neuroendocrine carcinoma (Figure 1F), and mucinous
carcinoma (Figure 1G). Vascular invasion was positive in nine
cases, and perineural invasion was detected in nine cases. The
GCA component in all 12 cases stained positively for at least one
of three neuroendocrine markers (synaptophysin, chromogranin
A, and CD56). Chromogranin A was positive in 10 cases (83.3%)
(Figure 1H), synaptophysin was positive in four cases (33.3%),
and CD56 was positive in four cases (33.3%). SSTR2 was negative
in all 12 cases. The Ki67 proliferative index ranged from 10% to
70% (see Supplemental Table S2 for Ki67 index for each case).
A B C D

E F G H

FIGURE 1 | Histology and immunohistochemical staining of GCA. (A) The low-grade component of GCA showed round to oval discrete tumor clusters with or
without lumens and simple trabecular growth consistent with tubules sectioned. (B) Single file growth lacking the clustered tubular architecture was a common
representation of the high-grade component. (C) Very large aggregates of goblet cells in the high-grade component. (D) Fusion of goblet cell clusters to form
anastomosing complex growth of goblet cell clusters in the high-grade components. (E) Conventional adenocarcinoma component in GCA. (F) Large cell
neuroendocrine carcinoma component in GCA. (G) Mucinous carcinoma component in GCA. (H) The tumor cells were positive for Chromogranin (A) The tumor cells
showed heterogeneous immunopositivity for Chromogranin A (Chromogranin A showed strong positivity in endocrine cells, but was negative or weakly positive in
goblet cells and Paneth cells).
November 2021 | Volume 11 | Article 758643
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The IACSRCCs were composed of large cohesive signet ring
cell aggregates, resembling the large aggregates or fused goblet
cell clusters in the high-grade component of GCAs (Figure 2A).
The neuroendocrine markers were negative in 10 IACSRCCs
(Figure 2B); only one case was focally positive for CD56, which
was different from GCAs (p < 0.005). The immunohistochemical
findings of GCAs and IACSRCCs are summarized in Table 2 (for
immunohistochemical findings at individual case level, see
Supplemental Table S2).

GCA Has Distinct Immune Landscape
Compared to Both Colorectal
Adenocarcinoma and IACSRCC
First, we observed differences in the immune landscape between
GCA (D group) and colorectal adenocarcinoma as well as
IACSRCC (L group). Using gene expression data and TIMER
immune cell infiltration estimation package, we predicted
infiltration level of six types of immune cells critical to the tumor
immune microenvironment. We found that GCA had a higher
level of B-cell infiltration compared to colorectal adenocarcinoma
(Figure 3A), but lower B-cell infiltration compared to IACSRCC
with trend toward significance (Figure 4B), and significantly
Frontiers in Oncology | www.frontiersin.org 5
higher CD8+ T-cell infiltration levels compared to colorectal
adenocarcinoma (Figure 3E), but lower CD8+ T-cell infiltration
levels compared to IACSRCC (Figure 4C). We did not observe
differences in levels of CD4+ T cells, neutrophils, macrophages, or
myeloid dendritic cells between GCA and colorectal
adenocarcinoma (Figures 3B–D, F) as well as between GCA and
IACSRCC (Figures 5A–D). For all immune cell infiltration levels
of all D: GCA and L: IACSRCC samples, see Figure 4A. We also
compared levels of immunomodulation between GCA and
IACSRCC using gene expression levels of 74 genes involved in
immunomodulation. We found for inhibitory and stimulatory
types of immunomodulators, GCA had a higher level of
immunomodulation for some factors, while lower for other
factors compared to IACSRCC. However, for various HLAs, we
found GCA had lower expression levels for all HLA subtypes
except HLA-B (Figure 4E). For immunomodulation status of
individual D: GCA and L: IACSRCC samples, see Figure 4D.
We also assessed the level of cytolytic T cell activity by geometric
mean expression levels of GZMA and RPF1 and found no
difference in cytolytic T-cell activity between GCA and
IACSRCC (Figure 5F). For cytolytic T-cell activity levels of all D:
GCA and L: IACSRCC samples, see Figure 5E.
A B

FIGURE 2 | Histology and immunohistochemical staining of IACSRCCs. (A) The cohesive signet ring cell component in the IACSRCCs showed large well-cohesive
signet ring cell aggregates rather than poor-cohesive signet ring cells, which was very similar to the large aggregates in the GCA. (B) The cohesive signet ring cell
component in the IACSRCCs was negative for Chromogranin A.
TABLE 2 | Summary of immunohistochemical findings of GCA and IACSRCC.

Antibody GCA (+/total) IACSRCC (+/total) p-value

Neuroendocrine markers 12/12 1/10 0.000
Synaptophysin 4/12 0/10
Chromogranin A 10/12 0/10
CD56 4/12 1/10

SSTR2 0/12 0/12 NA
Ki67 index 10%–70% 50%–90% NA
November 2021 | Volume 11 | Article
The detailed immunohistochemical findings of GCAs are listed in Supplementary Table S2.
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Specific Gene Expression, Biological
Pathways, and Mutations Were Enriched
in GCA Compared to Colorectal
Adenocarcinoma and IACSRCC

Next, we conducted differential gene expression analysis and GO
and pathway enrichment analysis to see if specific genes are up-
or downregulated in GCA compared to colorecta l
adenocarcinoma and IACSRCC, and if those genes were
enriched in specific GO terms and metabolic, signaling, and
disease pathways. We found that compared to colorectal
adenocarcinomas, the top 10 upregulated genes in order of
statistical significance were MZT1, TMEM14A, GOLT1A,
CDA, CCDC167, DSCC1, TMEM187, HSD17B8, PMAIP1,
and CENPQ (Figure 6A). Many downregulated genes had
identically high statistical significance; therefore, the top 10
downregulated genes in order of effect size were RN7SK, PIGR,
IGFBP5, KCNQ1OT1, TIMP3, EGR1, MXRA5, RP11-244F12.3,
CEACAM6, and CTGF (Figure 6A). Pathway enrichment
revealed enrichments in the following cancer-related pathways
in the order of significance: FoxO signaling, proteoglycans,
glucagon, thyroid hormone, AMPK, viral, and general cancer
pathways (Figure 6B). In terms of enriched GO terms, the top
five upregulated and downregulated GO terms all involve cell,
cell part, binding, organelle, and cellular process (Figure 6C).
Frontiers in Oncology | www.frontiersin.org 6
Between GCA and IACSRCC, we found that these two groups
can be well-separated using the top 50 differentially expressed
genes, as evidenced by separately clustered GCA samples
(salmon color) and IACSRCC samples (cyan color)
(Figure 7A). Compared to the IACSRCC group, the top five
upregulated genes in the GCA group were PRSS21, EPPIN,
RPRM, TNFRSF12A , and BZRAP1 . The top five
downregulated genes were HIST1H2BE, TCN1, AC069363.1,
RP11-538I12.2, and REG4 (Figure 7B). Pathway enrichment
revealed enrichments in the following cancer-related pathways in
the order of significance: hematopoietic cell lineage, Gap
junction, cytokine–cytokine receptor interaction, steroid
hormone biosynthesis, retinol metabolism, p53 signaling
pathway, transcriptional mis-regulation in cancer, and PI3K-
Akt signaling pathway (Figure 7C). For GO term enrichment,
the top five upregulated and downregulated GO terms all involve
cell, cell part, binding, organelle, and cellular process
(Figure 7D). We also assessed gene mutation differences
between GCA and IACSRCC. We observed that the two
groups shared mutations in a number of genes (FAM47C,
LOC101928841, FLG2, RP1L1, ZNF208, ZNF729, FLG, RPTN,
CCDC168, and CDH23), albeit at different frequencies.
However, the vast majority of the 30 most frequently mutated
genes were different between the two groups (Supplementary
Figure S1), further suggesting GCA is an unique genomic entity.
A B C

D E F

FIGURE 3 | Immune cell infiltration of GCA vs. colorectal adenocarcinoma. (A–F) Immune cell infiltration estimate comparison. Infiltration % of six types of immune
cells was estimated for each sample with TIMER using gene expression data from RNA-seq. Two-sided Wilcoxon test was used. p-value < 0.05 was seen as
statistically significant. GCA, goblet cell adenocarcinoma; COAD, colorectal adenocarcinoma.
November 2021 | Volume 11 | Article 758643
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DISCUSSION

GCA is a very rare amphicrine tumor, previously considered to
exist exclusively in the appendix. However, the extra-appendiceal
cases suggested that GCA could occur outside the appendix.
Most textbooks and literature listed GCA as an exclusive tumor
in the appendix; therefore, most pathologists were unwilling to
Frontiers in Oncology | www.frontiersin.org 7
diagnose an extra-appendiceal GCA. Of the 12 GCAs in our
study, there are only three appendiceal cases, which support our
speculation. Some investigators used the term “amphicrine
carcinoma” for the extra-appendiceal GCAs (5). Amphicrine
carcinomas are characterized by both neuroendocrine and
glandular differentiation occurring in the same cell (19). These
tumors are also rare, with only scattered reports in the stomach
A

B

C

E

D

FIGURE 4 | Immune landscape of GCA vs. IACSRCCs. (A) Immune cell infiltration estimate heatmap for samples in D: GCA and L: IACSRCC groups. Infiltration %
of six types of immune cells was estimated for each sample with TIMER using gene expression data from RNA-seq. Infiltration level was z-scored across samples for
each immune cell type. (B, C) Immune cell infiltration estimate comparison for D: GCA vs. L: IACSRCC group. Two-sided Wilcoxon test was used. p-value < 0.05
was seen as statistically significant. (Only significant or trend toward significance results are shown.) (D) Immunomodulators gene expression for samples in D: GCA
and L: IACSRCC groups. Immunomodulation is characterized using gene expression level of 70 genes involved in immunomodulation (Thorsson, 2018). Gene
expression levels were TPM (transcript per million) values z-scored across samples for each gene. (E) Immunomodulators median gene expression levels for D: GCA
and L: IACSRCC group. Heatmap TPM (transcript per million) value is the median of all samples from respective groups, z-score normalized across the two groups.
November 2021 | Volume 11 | Article 758643
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(20), pancreas (21), lung (22), and liver (19). However, almost all
amphicrine carcinomas reported lacked the classic low-grade
GCA component (small round to oval tumor clusters or simple
trabecular architecture composed of goblet cells) (19, 21, 23, 24).
Therefore, GCA should be considered as one kind of amphicrine
carcinoma with specific morphological characteristics. The
classic low-grade component of GCA is the key point to make
a correct diagnosis. In addition, before we diagnose a primary
extra-appendiceal GCA, it is necessary to carefully differentiate
these tumors from metastasis from primary appendiceal GCA.

GCA, especially in high-grade patients, had a poorer outcome
than gastrointestinal low-grade NET (carcinoid). Vascular
invasion and perineural invasion are very common, and five
patients (41.7%) died of disease in 5 years in our data. The
aggressive behavior supports reclassifying appendiceal goblet cell
carcinoids as GCAs. Histologic grade correlated with overall
survival independent of stage, so pathologists should provide an
accurate grade for GCAs.

GCA usually shows immunoreactivity for neuroendocrine
markers, such as chromogranin A, synaptophysin, and CD56
in variable numbers of tumor cells, but these stains are not
required for diagnosis (1). Theoretically, GCAs lacking
neuroendocrine immunoreactivity can exist. All 12 GCAs were
positive for at least one of three neuroendocrine markers
(including chromogranin A, synaptophysin, and CD56) in our
patients. Chromogranin A was the most sensitive marker for
Frontiers in Oncology | www.frontiersin.org 8
GCA, positive in 10 (83.3%) GCAs in the present study. Unlike
GCA, synaptophysin is more sensitive in the gastrointestinal
NET (1). Colorectal NETs are usually positive for SSTR2 (1), but
all GCAs were negative for SSTR2 in our study, which suggests
that GCA should be classified into adenocarcinoma rather than
carcinoid. Somatostatin analogs may be used in NETs when the
SSTR status is positive (25). The negativity for SSTR2 indicates
that somatostatin analogs may be ineffective for GCAs.

Morphologically, the large cohesive signet ring cell aggregates
in IACSRCCs are very similar to the large aggregates or fused
goblet cell clusters in the high-grade GCAs. The classic low-grade
component of GCA is an essential character to differentiate GCA
from IACSRCC. Most IACSRCCs were negative for
neuroendocrine markers, and only one case showed focal stain
for CD56 in the present 10 IACSRCCs. Although the
neuroendocrine stains are not a requisite for the diagnosis of
GCA, neuroendocrine immunoreactivity is still useful to
differentiate GCA from IACSRCC.

GCA showed distinct tumor immune microenvironment
compared to both colorectal adenocarcinoma as well as
IACSRCC. GCA had differing infiltration levels of two crucial
anti-tumor immune cells—B cells and CD8+ T cells, compared
to colorectal adenocarcinoma as well as IACSRCC. B cell’s
function in the tumor microenvironment is mainly anti-tumor.
It produces tumor-reactive antibodies and primes CD4+ and
CD8+ T cells (26). CD8+ T cells, especially the cytotoxic variety,
A DB C 

E F

FIGURE 5 | Immune cell infiltration and cytolytic activity of GCA vs. IACSRCCs. (A–D) Immune cell infiltration estimate comparison. Infiltration % of 6 types of
immune cells was estimated for each sample with TIMER using gene expression data from RNA-seq. 2-sided Wilcoxon test was used. P-value < 0.05 was seen as
statistically significant. (E) Cytolytic activity score for samples in D: GCA and L: IACSRCC groups. Cytolytic activity represents cytotoxic T cell activity and is
calculated as the geometric mean of GZMA and PRF1 gene expression levels. (F) Cytolytic activity score comparison for D: GCA vs. L: IACSRCC group. 2-sided
Wilcoxon test was used. P-value < 0.05 was seen as statistically significant.
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are bona fide tumor-killing immune cells (27). It appears that
GCA’s B- and CD8+ T-cell levels are between that of high
immune cell-infiltrated IACSRCC and low immune cell-
infiltrated colorectal adenocarcinoma. Tumor-infiltrating CD8+
Frontiers in Oncology | www.frontiersin.org 9
T cells have been shown to be a beneficial prognostic factor in a
number of cancers (28–30). CD8+ T-cell levels has even been
shown to provide additional prognostic value beyond traditional
TNM staging in colorectal cancer (31). Recent studies have also
A

C

B

FIGURE 6 | Transcriptomics landscape of GCA vs. colorectal adenocarcinoma. (A) Differential gene expression between GCA and colorectal adenocarcinoma.
p-adjusted < 0.05 was considered significant. Genes upregulated in GCA with log2 fold change > 1 were colored in red. Genes downregulated in GCA with log2 fold
change < −1 were colored in blue. (B) Pathway enrichment in GCA compared to colorectal adenocarcinoma. Five pathway databases (KEGG PATHWAY, PID,
BioCyc, Reactome, and Panther) and five human disease databases (OMIM, KEGG DISEASE, FunDO, GAD, and NHGRI GWAS Catalog) were used to find
pathways or disease in which differentially expressed gene set was overrepresented. (C) GO (gene ontology) term enrichment in GCA compared to colorectal
adenocarcinoma. Gene ontology terms represent biological function categories while pathway analysis involves enrichment for metabolic and signaling pathways.
November 2021 | Volume 11 | Article 758643

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


Lin et al. Goblet Cell Adenocarcinoma
found that tumor-infiltrating B cells have a positive impact on
survival across cancer types, and appears to also enhance the
positive prognostic impact of CD8+ T cells (32). Assessing the
prognostic impact of B-cell and CD8+ T-cell infiltration in GCA
would be of great interest in future studies.

GCA showed distinct gene expression patterns compared to
colorectal adenocarcinoma as well as the morphologically similar
IACSRCC. Within the top 10 upregulated genes in GCA
compared to colorectal adenocarcinoma, evidence suggests that
a number of them are putative oncogenes. For example,
TMEM14A, coding for a transmembrane protein, was shown
to be abnormally expressed in various cancers (33). GOLT1A, a
Frontiers in Oncology | www.frontiersin.org 10
Golgi transport homolog, is overexpressed in breast cancer, and
low expression is associated with good prognosis (34). DSCC1,
involved in DNA replication and sister chromatid cohesion, is
actually frequently upregulated in colorectal cancer cells (35),
where it is shown here to be even more upregulated in GCA
compared to colorectal adenocarcinoma. HSD17B8, a steroid
dehydrogenase, plays a crucial role in the development of
endocrine and endocrine-related cancers (36) and was also
found to be upregulated in GCA compared to colorectal
adenocarcinoma, which may reflect the endocrine nature of
GCA. Most interestingly, numerous genes whose expressions
are unique to colorectal adenocarcinoma were downregulated in
A

C D

B

FIGURE 7 | Transcriptomics landscape of GCA vs. IACSRCC. (A) Heatmap of top 50 differentially expressed genes between GCA and IACSRCC. Values represent
TPM (transcript per million) z-scored across samples for each gene. Genes and samples were hierarchically clustered with dendrograms drawn on left and top of
heatmap. (B) Differential gene expression between GCA and IACSRCC. p-adjusted < 0.05 was considered significant. Genes upregulated in GCA with log2 fold
change > 1 were colored in red. Genes downregulated in GCA with log2 fold change < −1 were colored in blue. Top five up- and downregulated genes are labeled.
(C) Pathway enrichment in GCA compared to IACSRCC. Five pathway databases (KEGG PATHWAY, PID, BioCyc, Reactome, and Panther) and five human disease
databases (OMIM, KEGG DISEASE, FunDO, GAD, and NHGRI GWAS Catalog) were used to find pathways or disease in which differentially expressed gene set was
overrepresented. (D) GO (gene ontology) term enrichment in GCA compared to IACSRCC. Gene ontology terms represent biological function categories while
pathway analysis involves enrichment for metabolic and signaling pathways.
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GCA. For example, KCNQ1OT1, a long non-coding RNA, acts
as an oncogene in colorectal cancer through the PI3K/AKT
pathway (37), but was found here to be downregulated in
GCA. MXRA5, a matrix-remodeling protein, was identified as
a colorectal cancer biomarker (38) and was also found to be
downregulated in GCA. Compared to IACSRCC, GCA was
upregulated in PRSS21, EPPIN, RPRM, TNFRSF12A, and
BZRAP1, and downregulated in HIST1H2BE, TCN1,
AC069363.1, RP11-538I12.2, and REG4. Many of these genes
are also cancer-related. For example, RPRM is a gastric cancer
biomarker (39), and TCN1 high expression was linked to
negative colon cancer prognosis (40). Distinct gene expression
signature of GCA involving cancer-related genes may not only
aid in the differential diagnosis of GCA, but also pave the way for
a deeper understanding of the molecular oncogenic pathways
involved in GCA.

In summary, this study demonstrated that GCA can be seen as
a distinct entity, with unique immune and molecular features
compared to both colorectal adenocarcinoma as well as IACSRCC.
The number of extra-appendiceal GCA was underestimated in
Chinese patients. The classic low-grade component of GCA and
the immunoreactivity for neuroendocrine markers are key points
to diagnosing GCA.
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et al. GOATOOLS: A Python Library for Gene Ontology Analyses. Sci Rep
(2018) 8:1–17. doi: 10.1038/s41598-018-28948-z

15. Xie C, Mao X, Huang J, Ding Y, Wu J, Dong S, et al. KOBAS 2.0: AWeb Server
for Annotation and Identification of Enriched Pathways and Diseases. Nucleic
Acids Res (2011) 39:316–22. doi: 10.1093/nar/gkr483

16. Li T, Fu J, Zeng Z, Cohen D, Li J, Chen Q, et al. TIMER2.0 for Analysis of
Tumor-Infiltrating Immune Cells. Nucleic Acids Res (2020) 48:W509–14.
November 2021 | Volume 11 | Article 758643

mailto:xiaoming.xing@qdu.edu.cn
https://www.frontiersin.org/articles/10.3389/fonc.2021.758643/full#supplementary-material
https://www.frontiersin.org/articles/10.3389/fonc.2021.758643/full#supplementary-material
https://doi.org/10.1111/his.13975
https://doi.org/10.1097/PAS.0000000000001056
https://doi.org/10.1158/1535-7163.MCT-20-0318
https://doi.org/10.2169/internalmedicine.0516-17
https://doi.org/10.1186/s12935-019-1031-7
https://doi.org/10.1016/j.dld.2021.01.005
https://doi.org/10.1016/j.bulcan.2015.07.005
https://doi.org/10.1016/j.bulcan.2015.07.005
https://doi.org/10.1016/j.humpath.2018.03.026
https://doi.org/10.1093/bioinformatics/btu170
https://doi.org/10.1093/bioinformatics/btu170
https://doi.org/10.1093/bioinformatics/bts635
https://doi.org/10.1186/1471-2105-12-323
https://doi.org/10.1186/s13059-014-0550-8
https://doi.org/10.1038/s41598-018-28948-z
https://doi.org/10.1093/nar/gkr483
https://www.frontiersin.org/journals/oncology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/oncology#articles


Lin et al. Goblet Cell Adenocarcinoma
17. Thorsson V, Gibbs DL, Brown SD, Wolf D, Bortone DS, Ou Yang TH, et al.
The Immune Landscape of Cancer. Immunity (2018) 48:812–830.e14. doi:
10.1016/j.immuni.2018.03.023

18. Rooney MS, Shukla SA, Wu CJ, Getz G, Hacohen N. Molecular and Genetic
Properties of Tumors Associated With Local Immune Cytolytic Activity. Cell
(2015) 160:48–61. doi: 10.1016/j.cell.2014.12.033

19. Ganesan K, Achmad E, Sirlin CB, Bouvet M, Datnow B, Weidner N, et al.
Amphicrine Carcinoma of the Liver. Ann Diagn Pathol (2011) 15:355–7. doi:
10.1016/j.anndiagpath.2010.05.001

20. Reis-Filho JS, Schmitt FC. Amphicrine Gastric Carcinoma. Arch Pathol Lab
Med (2001) 125:1513–4. doi: 10.5858/2001-125-1513-AGC

21. Minakawa K, Oka K, Nihei T, Sando N, Oikawa H, Toda J, et al. Pancreatic
Endocrine Tumor With Partial Acinar Cell Differentiation. Apmis (2006)
114:720–5. doi: 10.1111/j.1600-0463.2006.apm_407.x

22. Weissferdt A. Pulmonary Carcinomas With Mucinous and Neuroendocrine
Differentiation: Expanding the Spectrum of Amphicrine Carcinomas. Am J
Surg Pathol (2018) 42:1246–52. doi: 10.1097/PAS.0000000000001127

23. Jain D, Eslami-Varzaneh F, Takano AM, Ayer U, Umashankar R, Muller R,
et al. Composite Glandular and Endocrine Tumors of the Stomach With
Pancreatic Acinar Differentiation. Am J Surg Pathol (2005) 29:1524–9. doi:
10.1097/01.pas.0000169498.89035.f9

24. Ginori A, Lo Bello G, Vassallo L, Tripodi SA. Amphicrine Carcinoma of the
Ampullary Region. Tumori (2015) 101:e70–2. doi: 10.5301/tj.5000254

25. Pavel M, O’Toole D, Costa F, Capdevila J, Gross D, Kianmanesh R, et al.
ENETS Consensus Guidelines Update for the Management of Distant
Metastatic Disease of Intestinal, Pancreatic, Bronchial Neuroendocrine
Neoplasms (NEN) and NEN of Unknown Primary Site. Neuroendocrinology
(2016) 103:172–85. doi: 10.1159/000443167

26. Yuen GJ, Demissie E, Pillai S. B Lymphocytes and Cancer: A Love-Hate
Relationship. Trends Cancer (2017) 2:747–57. doi: 10.1016/j.trecan.2016.10.010

27. Farhood B, Najafi M, Mortezaee K. CD8+ Cytotoxic T Lymphocytes in Cancer
Immunotherapy: A Review. J Cell Physiol (2019) 234:8509–21. doi: 10.1002/jcp.27782

28. Vihervuori H, Autere TA, Repo H, Kurki S, Kallio L, Lintunen MM, et al.
Tumor-Infiltrating Lymphocytes and CD8+ T Cells Predict Survival of Triple-
Negative Breast Cancer. J Cancer Res Clin Oncol (2019) 145:3105–14. doi:
10.1007/s00432-019-03036-5

29. Lu J, Xu Y, Wu Y, Huang XY, Xie JW, Bin WJ, et al. Tumor-Infiltrating CD8+
T Cells Combined With Tumor-Associated CD68+ Macrophages Predict
Postoperative Prognosis and Adjuvant Chemotherapy Benefit in Resected
Gastric Cancer. BMC Cancer (2019) 19:1–10. doi: 10.1186/s12885-019-6089-z

30. Shimizu S, Hiratsuka H, Koike K, Tsuchihashi K, Sonoda T, Ogi K, et al. Tumor-
Infiltrating CD8+ T-Cell Density is an Independent Prognostic Marker for Oral
Squamous Cell Carcinoma. Cancer Med (2019) 8:80–93. doi: 10.1002/cam4.1889

31. Mlecnik B, Tosolini M, Kirilovsky A, Berger A, Bindea G, Meatchi T, et al.
Histopathologic-Based Prognostic Factors of Colorectal Cancers are
Associated With the State of the Local Immune Reaction. J Clin Oncol
(2011) 29:610–8. doi: 10.1200/JCO.2010.30.5425

32. Wouters MCA, Nelson BH. Prognostic Significance of Tumor-Infiltrating B
Cells and Plasma Cells in Human Cancer. Clin Cancer Res (2018) 24:6125–35.
doi: 10.1158/1078-0432.CCR-18-1481
Frontiers in Oncology | www.frontiersin.org 12
33. Zhang Q, Chen X, Zhang X, Zhan J, Chen J. Knockdown of TMEM14A
Expression by RNAi Inhibits the Proliferation and Invasion of Human
Ovarian Cancer Cells. Biosci Rep (2016) 36:1–9. doi: 10.1042/BSR20150258

34. Ikeda K, Horie-Inoue K, Ueno T, Suzuki T, Sato W, Shigekawa T, et al. MIR-
378a-3p Modulates Tamoxifen Sensitivity in Breast Cancer MCF-7 Cells
Through Targeting GOLT1A. Sci Rep (2015) 5:1–12. doi: 10.1038/srep13170

35. Yamaguchi K, Yamaguchi R, Takahashi N, Ikenoue T, Fujii T, Shinozaki M,
et al. Overexpression of Cohesion Establishment Factor DSCC1 Through E2F
in Colorectal Cancer. PloS One (2014) 9:e85750. doi: 10.1371/journal.pone.
0085750

36. Rotinen M, Villar J, Encı ́o I. Regulation of 17-Hydroxysteroid
Dehydrogenases in Cancer: Regulating Steroid Receptor at Pre-Receptor
Stage. J Physiol Biochem (2012) 68:461–73. doi: 10.1007/s13105-012-0155-1

37. Duan Q, Cai L, Zheng K, Cui C, Huang R, Zheng Z, et al. LncRNA
KCNQ1OT1 Knockdown Inhibits Colorectal Cancer Cell Proliferation,
Migration and Invasiveness via the PI3K/AKT Pathway. Oncol Lett (2020)
20:601–10. doi: 10.3892/ol.2020.11619

38. Zou TT, Selaru FM, Xu Y, Shustova V, Yin J, Mori Y, et al. Application of
cDNA Microarrays to Generate a Molecular Taxonomy Capable of
Distinguishing Between Colon Cancer and Normal Colon. Oncogene (2002)
21:4855–62. doi: 10.1038/sj.onc.1205613

39. Bernal C, Aguayo F, Villarroel C, Vargas M, Dıáz I, Ossandon FJ, et al.
Reprimo as a Potential Biomarker for Early Detection in Gastric Cancer. Clin
Cancer Res (2008) 14:6264–9. doi: 10.1158/1078-0432.CCR-07-4522

40. Liu Gj, Wang YJ, Yue M, Zhao LM, Guo YD, Liu YP, et al. High Expression of
TCN1 is a Negative Prognostic Biomarker and can Predict Neoadjuvant
Chemosensitivity of Colon Cancer. Sci Rep (2020) 10:1–11. doi: 10.1038/s41598-
020-68150-8
Conflict of Interest: Authors MH, HB, KL, XW, and YS are employed by Nanjing
Geneseeq Technology Inc.

The remaining 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 Lin, Wang, Zhao, Ran, Wang, Zhang, Han, Bao, Liu, Wu, Shao
and Xing. 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.
November 2021 | Volume 11 | Article 758643

https://doi.org/10.1016/j.immuni.2018.03.023
https://doi.org/10.1016/j.cell.2014.12.033
https://doi.org/10.1016/j.anndiagpath.2010.05.001
https://doi.org/10.5858/2001-125-1513-AGC
https://doi.org/10.1111/j.1600-0463.2006.apm_407.x
https://doi.org/10.1097/PAS.0000000000001127
https://doi.org/10.1097/01.pas.0000169498.89035.f9
https://doi.org/10.5301/tj.5000254
https://doi.org/10.1159/000443167
https://doi.org/10.1016/j.trecan.2016.10.010
https://doi.org/10.1002/jcp.27782
https://doi.org/10.1007/s00432-019-03036-5
https://doi.org/10.1186/s12885-019-6089-z
https://doi.org/10.1002/cam4.1889
https://doi.org/10.1200/JCO.2010.30.5425
https://doi.org/10.1158/1078-0432.CCR-18-1481
https://doi.org/10.1042/BSR20150258
https://doi.org/10.1038/srep13170
https://doi.org/10.1371/journal.pone.0085750
https://doi.org/10.1371/journal.pone.0085750
https://doi.org/10.1007/s13105-012-0155-1
https://doi.org/10.3892/ol.2020.11619
https://doi.org/10.1038/sj.onc.1205613
https://doi.org/10.1158/1078-0432.CCR-07-4522
https://doi.org/10.1038/s41598-020-68150-8
https://doi.org/10.1038/s41598-020-68150-8
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

	Gastrointestinal Goblet Cell Adenocarcinomas Harbor Distinctive Clinicopathological, Immune, and Genomic Landscape
	Introduction
	Materials and Methods
	Case Selection
	TCGA-COAD Data
	Immunohistochemistry
	RNA Extraction, Library Construction, and Whole Transcriptome Sequencing
	RNA Sequencing Data Processing, Transcript Quantification, and Differential Gene Expression Analysis
	Pathway Enrichment Analysis
	Immune Cell Infiltration Estimate
	Immunomodulator Gene Expression Analysis
	Cytolytic Activity
	Statistical Analysis

	Results
	Clinicopathological Characteristics
	Histologic and Immunohistochemical Findings of GCAs and IACSRCC
	GCA Has Distinct Immune Landscape Compared to Both Colorectal Adenocarcinoma and IACSRCC
	Specific Gene Expression, Biological Pathways, and Mutations Were Enriched in GCA Compared to Colorectal Adenocarcinoma and IACSRCC

	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 false
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /ENU (T&F settings for black and white printer PDFs 20081208)
  >>
  /ExportLayers /ExportVisibleLayers
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /BleedOffset [
        0
        0
        0
        0
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /ClipComplexRegions true
        /ConvertStrokesToOutlines false
        /ConvertTextToOutlines false
        /GradientResolution 300
        /LineArtTextResolution 1200
        /PresetName ([High Resolution])
        /PresetSelector /HighResolution
        /RasterVectorBalance 1
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks true
      /IncludeHyperlinks true
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MarksOffset 6
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


