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Abstract

Importance—Evidence indicates a complex link between gut microbiome, immunity, and 

intestinal tumorigenesis. To target the microbiota and immunity for colorectal cancer prevention 

and therapy, a better understanding of the relationship between microorganisms and immune cells 

in the tumor microenvironment is needed. Experimental evidence suggests that Fusobacterium 

nucleatum may promote colonic neoplasia development by down-regulating antitumor T-cell-

mediated adaptive immunity.

Objective—To test the hypothesis that higher amount of Fusobacterium nucleatum in colorectal 

carcinoma tissue is associated with lower density of T-cells in tumor tissue.

Design—A cross-sectional analysis was conducted on colorectal carcinoma cases in two U.S. 

nationwide prospective cohort studies. The amount of Fusobacterium nucleatum in colorectal 

carcinoma tissue was measured by quantitative polymerase chain reaction assay; we equally 

dichotomized positive cases (high versus low). Multivariable ordinal logistic regression analysis 

was conducted to assess associations of the amount of Fusobacterium nucleatum with densities 

(quartiles) of T-cells in tumor tissue, controlling for clinical and tumor molecular features, 

including microsatellite instability, CpG island methylator phenotype, LINE-1 methylation, and 

KRAS, BRAF, and PIK3CA mutation status. We adjusted two-sided α level to 0.013 for multiple 

hypothesis testing.

Setting—The Nurses’ Health Study and the Health Professionals Follow-up Study.

Participants—598 colon and rectal carcinoma cases.

Main outcomes and measures—Densities of CD3+, CD8+, CD45RO (PTPRC)+, and 

FOXP3+ T-cells in tumor tissue, determined by tissue microarray immunohistochemistry and 

computer-assisted image analysis.

Results—Fusobacterium nucleatum was detected in colorectal carcinoma tissue in 76 (13%) of 

598 cases. Compared with Fusobacterium nucleatum-negative cases, Fusobacterium nucleatum-
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high cases were inversely associated with the density of CD3+ T-cells (for a unit increase in 

quartile categories of CD3+ T-cells as an outcome: multivariable odds ratio, 0.47; 95% confidence 

interval, 0.26 to 0.87; Ptrend = 0.006). The amount of Fusobacterium nucleatum was not 

significantly associated with the density of CD8+, CD45RO+, or FOXP3+ T-cells (Ptrend > 0.013).

Conclusions and relevance—The amount of tissue Fusobacterium nucleatum is inversely 

associated with CD3+ T-cell density in colorectal carcinoma tissue. Upon validation, our human 

population data may provide an impetus for further investigations on potential interactive roles of 

Fusobacterium and host immunity in carcinogenesis.

Introduction

Accumulating evidence attests to an important role of T-cell-mediated adaptive immunity in 

regulating tumor evolution, and immunotherapy has emerged as a promising strategy to treat 

various malignancies.1,2 In colorectal carcinoma, high-level infiltrates of CD3+, CD8+, 

CD45RO (PTPRC)+, and FOXP3+ T-cells have been associated with better clinical 

outcome.3–6 Evidence also indicates that molecular features of colorectal carcinoma, 

especially microsatellite instability (MSI), can influence antitumor T-cell-mediated adaptive 

immunity.7–11

The human intestinal microbiome encompasses at least 100 trillion (1014) microorganisms, 

which can influence the immune system and health conditions.12 A growing body of 

evidence indicates a complex link between gut microbiome, immunity, and intestinal 

tumorigenesis.13–17 Colorectal carcinogenesis represents heterogeneous processes with 

differing sets of genetic and epigenetic alterations, influenced by diet, environmental and 

microbial exposures, and host immunity.18–22 Metagenomic analyses have shown an 

enrichment of Fusobacterium nucleatum in colorectal carcinoma tissue, which has been 

confirmed by quantitative polymerase chain reaction (PCR) for the 16S ribosomal RNA 

gene DNA sequence of Fusobacterium nucleatum.23,24 Studies have shown that higher 

amount of Fusobacterium nucleatum in colorectal carcinoma tissue is associated with high 

degrees of MSI and CpG island methylator phenotype (CIMP).25 Experimental evidence 

suggests that virulence factors derived from Fusobacterium nucleatum inhibit T-cell 

activity,26,27 and that in the ApcMin/+ mouse model, Fusobacterium nucleatum promotes 

colonic neoplasia development by down-regulating antitumor T-cell-mediated adaptive 

immunity.28 Therefore, we hypothesized that higher amount of Fusobacterium nucleatum in 

colorectal carcinoma tissue might be associated with lower density of T-cells in tumor 

tissue. A better understanding of the relationship between Fusobacterium nucleatum and 

immune cells in the tumor microenvironment may open new opportunities to target the 

microbiota and immunity for colorectal cancer prevention and therapy.

To test our hypothesis, we utilized resources of two U.S. nationwide prospective cohort 

studies (the Nurses’ Health Study and the Health Professionals Follow-up Study), and 

examined the amount of Fusobacterium nucleatum in relation to densities of CD3+, CD8+, 

CD45RO (PTPRC)+, and FOXP3+ T-cells in tumor tissue of nearly 600 human colorectal 

carcinoma cases. To our knowledge, this is the first population-based study to examine the 
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amount of Fusobacterium nucleatum in relation to the density of T-cells in human colorectal 

carcinoma tissue.

Methods

Study population

We utilized the databases of two U.S. nationwide prospective cohort studies, the Nurses’ 

Health Study (NHS, with 121,700 women who enrolled in 1976) and the Health 

Professionals Follow-up Study (HPFS, with 51,529 men who enrolled in 1986).29,30 Every 2 

years, participants were sent follow-up questionnaires to gather information on health and 

lifestyle factors, and to identify newly diagnosed cancers and other diseases. The National 

Death Index was used to ascertain deaths of study participants and identify unreported lethal 

colorectal carcinoma cases. Medical records were reviewed, and the cause of death was 

assigned by study physicians. Formalin-fixed paraffin-embedded (FFPE) tissue blocks were 

collected from hospitals where participants with colorectal carcinoma had undergone tumor 

resection. We included both colon and rectal carcinoma cases, considering the colorectal 

continuum model.31 A single pathologist (S.O.), who was unaware of other data, reviewed 

hematoxylin and eosin-stained tissue sections from all colorectal carcinoma cases, and 

recorded pathological features. Tumor differentiation was categorized as well to moderate or 

poor (>50% vs. ≤50% glandular area). Based on the availability of data on Fusobacterium 

nucleatum and T-cell densities, a total of 598 colorectal carcinoma cases were included. 

Written informed consent was obtained from all study participants. Tissue collection and 

analyses were approved by the human subjects committee at the Harvard T.H. Chan School 

of Public Health and the Brigham and Women’s Hospital (Boston, MA, USA).

Quantitative PCR for Fusobacterium nucleatum

Genomic DNA was extracted from colorectal carcinoma tissue and adjacent non-tumor 

tissue in whole-tissue sections of FFPE tissue blocks using QIAamp DNA FFPE Tissue Kit 

(Qiagen, Valencia, CA). Custom TaqMan primer/probe sets (Applied Biosystems, San 

Diego, CA) for the 16S ribosomal RNA gene DNA sequence of Fusobacterium nucleatum 

and for the reference gene, SLCO2A1 were used as previously described.24 The primer/

probe set for Fusobacterium nucleatum was designed to target the nusG gene of 

Fusobacterium nucleatum, and it has been demonstrated that the amount of Fusobacterium 

nucleatum measured by the quantitative PCR assay highly correlates with that measured by 

using transcriptome sequencing data (Pearson’s r = 0.97).24 Each reaction contained 80 ng 

of genomic DNA and was assayed in 20 µL reactions containing 1× final concentration 

TaqMan Environmental Master Mix 2.0 (Applied Biosystems, San Diego, CA) and each 

TaqMan Gene Expression Assay (Applied Biosystems, San Diego, CA), in a 96-well optical 

PCR plate. Amplification and detection of DNA was performed with the StepOnePlus Real-

Time PCR Systems (Applied Biosystems, San Diego, CA) using the following reaction 

conditions: 10 min at 95°C and 45 cycles of 15 sec at 95°C and 1 min at 60°C. The primer 

and probe sequences for each TaqMan Gene Expression Assay were as follows: 

Fusobacterium nucleatum forward primer, 5’-

CAACCATTACTTTAACTCTACCATGTTCA-3’; Fusobacterium nucleatum reverse 

primer, 5’-GTTGACTTTACAGAAGGAGATTATGTAAAAATC-3’; Fusobacterium 
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nucleatum FAM probe, 5’-GTTGACTTTACAGAAGGAGATTA-3’; SLCO2A1 forward 

primer, 5’-ATCCCCAAAGCACCTGGTTT-3’; SLCO2A1 reverse primer, 5’-

AGAGGCCAAGATAGTCCTGGTAA-3’; SLCO2A1 VIC probe, 5’-

CCATCCATGTCCTCATCTC-3’. In colorectal carcinoma cases with detectable 

Fusobacterium nucleatum, the cycle threshold (Ct) values in the quantitative PCR for 

Fusobacterium nucleatum and SLCO2A1 decreased linearly with the amount of input DNA 

(in a log scale) from the same specimen (r2 > 0.99; Figure 1A). The inter-assay coefficient 

of variation of Ct values from the same specimen in five different batches was 1% or less for 

all targets in our validation study using seven colorectal carcinomas (eTable 1 in the 

Supplement).

Each specimen was analyzed in duplicate for each target in a single batch, and we used the 

average of the two Ct values for each target. Spearman’s rank-correlation coefficients 

between the two Ct values (in duplicated runs) in each of cases with detectable target 

amplification in the quantitative PCR assays for Fusobacterium nucleatum (n = 76) and 

SLCO2A1 (n = 598) were 0.95 and 0.92, respectively. The amount of Fusobacterium 

nucleatum in each specimen was calculated as a relative unitless value normalized with 

SLCO2A1 using the 2−ΔCt method (where ΔCt = “the average Ct value of Fusobacterium 

nucleatum” - “the average Ct value of SLCO2A1”) as previously described.32

Analyses of MSI, DNA methylation, and KRAS, BRAF, and PIK3CA mutations

Genomic DNA was extracted from colorectal carcinoma tissue in whole-tissue sections from 

FFPE tissue blocks. MSI status was analyzed with use of 10 microsatellite markers 

(D2S123, D5S346, D17S250, BAT25, BAT26, BAT40, D18S55, D18S56, D18S67, and 

D18S487) as previously described.33 We defined MSI-high as the presence of instability in 

≥30% of the markers, and MSI-low/microsatellite stable (MSS) as instability in <30% of the 

markers. Methylation analyses of long interspersed nucleotide element-1 (LINE-1) and eight 

promoter CpG islands specific for CIMP (CACNA1G, CDKN2A, CRABP1, IGF2, MLH1, 

NEUROG1, RUNX3, and SOCS1) were performed as previously described.34–37 PCR 

reaction and pyrosequencing were performed for KRAS (codons 12, 13, 61, and 146), BRAF 

(codon 600), and PIK3CA (exons 9 and 20).38–40

Immunohistochemistry and quantification of the density of T-cells in tumor tissue

We constructed a tissue microarray, and conducted immunohistochemistry for CD3, CD8, 

CD45RO (PTPRC), and FOXP3. We used automated scanning microscope and the Ariol 

image analysis system (Genetix, San Jose, CA, USA) to measure densities (cells/mm2) of 

CD3+, CD8+, CD45RO (PTPRC)+, and FOXP3+ T-cells in tumor tissue. We evaluated up to 

four tissue cores from each tumor in tissue microarray, and calculated the average density of 

each T-cell subset as previously described.5

Statistical analysis

All statistical analyses were conducted using SAS (version 9.3, SAS Institute, Cary, NC) 

and all P values were two-sided. Neither the amount of Fusobacterium nucleatum, T-cell 

density, nor the log-transformed value of the amount of Fusobacterium nucleatum or T-cell 

density fit a normal distribution with the use of the Kolmogorov-Smirnov test for normality 
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(P ≤ 0.022). Thus, our primary hypothesis testing was the linear trend test in an ordinal 

logistic regression model to assess associations of the amount of Fusobacterium nucleatum 

in colorectal carcinoma tissue (an ordinal predictor variable) with the density of CD3+, 

CD8+, CD45RO+, or FOXP3+ T-cells in tumor tissue (an ordinal quartile outcome variable). 

Cases with detectable Fusobacterium nucleatum were categorized as low or high based on 

the median cutpoint amount of Fusobacterium nucleatum, while cases without detectable 

Fusobacterium nucleatum were categorized as “negative”. The linear trend test was 

performed using the ordinal predictor variable of Fusobacterium nucleatum (negative, low, 

and high) as a continuous variable in an ordinal logistic regression model. Because we tested 

four primary hypotheses (for CD3+, CD8+, CD45RO+, and FOXP3+ T-cells as outcome 

variables), we adjusted two-sided α level to 0.013 (= 0.05/4) by simple Bonferroni 

correction. All other analyses on Fusobacterium nucleatum, including evaluation of 

individual odds ratio (OR) estimates represented secondary analyses. In those secondary 

analyses, in view of multiple comparisons, we interpreted our data cautiously, in addition to 

the use of the adjusted α level of 0.013.

We performed multivariable ordinal logistic regression analysis to adjust for potential 

confounders. The multivariable model initially included age (continuous), sex, year of 

diagnosis (continuous), family history of colorectal carcinoma in a first-degree relative 

(present vs. absent), tumor location (proximal colon vs. distal colon vs. rectum), tumor 

differentiation (well-moderate vs. poor), MSI (high vs. MSI-low/MSS), CIMP (high vs. low/

negative), KRAS (mutant vs. wild-type), BRAF (mutant vs. wild-type), PIK3CA (mutant vs. 

wild-type), and LINE-1 methylation level (continuous). For cases with missing information 

in any of the covariates, we assigned a separate (“missing”) indicator variable. A backward 

stepwise elimination with a threshold of P < 0.05 was used to select variables in the final 

models. We assessed the proportional odds assumption in an ordinal logistic regression 

model, which was generally satisfied (P > 0.05).

All cross-sectional univariable analyses for clinical, pathological, and molecular associations 

(with variables listed in Table 1) were secondary exploratory analyses, and we adjusted two-

sided α level to 0.003 (= 0.05/14) by simple Bonferroni correction for multiple hypothesis 

testing. To assess associations between the ordinal (negative, low, and high) categories of 

the amount of Fusobacterium nucleatum and categorical data, Fisher’s exact test was 

performed. To compare mean age and mean LINE-1 methylation levels, an analysis of 

variance assuming equal variances was performed.

Results

Fusobacterium nucleatum in colorectal carcinoma tissue

We analyzed tumor tissues of 598 colorectal carcinoma cases within the Nurses’ Health 

Study and the Health Professionals Follow-up Study, using the quantitative PCR assay to 

detect the 16S ribosomal RNA gene DNA sequence of Fusobacterium nucleatum, as 

previously described.24 Fusobacterium nucleatum was detected in colorectal carcinoma in 

76 (13%) of 598 cases, and in adjacent non-tumor tissue in 19 (3.4%) of 558 cases analyzed. 

In the 558 pairs of colorectal carcinoma and adjacent non-tumor tissues, the amount of 
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Fusobacterium nucleatum was higher in colorectal carcinoma tissue than in paired adjacent 

non-tumor tissue (Wilcoxon signed rank test, P < 0.0001; Figure 1B).

We categorized colorectal carcinoma cases with detectable Fusobacterium nucleatum as low 

or high based on the median cutpoint amount of Fusobacterium nucleatum. Clinical, 

pathological, and molecular features are summarized according to the amount of 

Fusobacterium nucleatum in colorectal carcinoma tissue in Table 1. A higher amount of 

Fusobacterium nucleatum in colorectal carcinoma tissue was associated with stage II-IV 

disease, poor differentiation, MSI-high, MLH1 hypermethylation, and CIMP-high (P ≤ 

0.003 for all comparisons by Fisher’s exact test; with adjusted α level of 0.003 for multiple 

hypothesis testing).

Associations of the amount of Fusobacterium nucleatum with T-cell densities in tumor 
tissue

Utilizing tissue microarray, we quantified densities of CD3+, CD8+, CD45RO+, and 

FOXP3+ T-cells in tumor tissue by immunohistochemistry and the Ariol image analysis 

system. Correlations between densities of CD3+, CD8+, CD45RO+, and FOXP3+ T-cells in 

tumor tissue (with Spearman’s rank-correlation coefficients ranging 0.14 to 0.42; P ≤ 0.002) 

are shown in eTable 2 in the Supplement.

Table 2 shows the distribution of colorectal carcinoma cases according to the amount of 

Fusobacterium nucleatum and densities of CD3+, CD8+, CD45RO+, and FOXP3+ T-cells. 

In our primary hypothesis testing, we conducted univariable and multivariable ordinal 

logistic regression analyses to assess associations of the amount of Fusobacterium 

nucleatum in colorectal carcinoma tissue (as an ordinal predictor variable) with the density 

of CD3+, CD8+, CD45RO+, or FOXP3+ T-cells in tumor tissue (as an ordinal quartile 

outcome variable) (Table 3, and eTable 3 in the Supplement). The amount of Fusobacterium 

nucleatum in colorectal carcinoma tissue was associated with lower density of CD3+ T-cells 

in univariable (Ptrend = 0.012) and multivariable ordinal logistic regression analysis (Ptrend = 

0.006). Compared with Fusobacterium nucleatum-negative cases, Fusobacterium 

nucleatum-high cases were inversely associated with the density of CD3+ T-cells (for a unit 

increase in quartile categories of CD3+ T-cells as an outcome: multivariable OR, 0.47; 95% 

confidence interval, 0.26 to 0.87; Table 3). The association of the amount of Fusobacterium 

nucleatum with the density of CD8+, CD45RO+, or FOXP3+ T-cells in tumor tissue was not 

statistically significant (Ptrend > 0.013; with adjusted α level of 0.013; Table 3). We also 

used four ordinal categories of the amount of tissue Fusobacterium nucleatum 

(Fusobacterium nucleatum-negative, low, middle, and high), and observed similar findings 

in terms of the associations with the density of T-cells (eTable 4 in the Supplement).

In an exploratory analysis, we did not observe a significant association of tissue 

Fusobacterium nucleatum with Crohn’s-like reaction, peritumoral lymphocytic reaction, 

intratumoral periglandular reaction, or tumor infiltrating lymphocytes (P ≥ 0.11; eTable 5 in 

the Supplement).
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Tissue Fusobacterium nucleatum and colorectal cancer mortality

In our exploratory analysis, we did not observe a significant association of tissue 

Fusobacterium nucleatum with colorectal cancer-specific mortality (Ptrend = 0.45) or overall 

mortality (Ptrend = 0.64; eTable 6 in the Supplement).

Discussion

We conducted this study to test the hypothesis that the amount of Fusobacterium nucleatum 

in colorectal carcinoma tissue might be inversely associated with the density of T-cells in 

tumor tissue. Utilizing the database of the 598 colorectal carcinoma cases in the two U.S. 

nationwide prospective cohort studies, we found that higher amount of Fusobacterium 

nucleatum was associated with lower density of CD3+ T-cells in colorectal carcinoma tissue.

High densities of CD3+ pan-T-cells and T-cell subpopulations (CD8+, CD45RO+, and 

FOXP3+ T-cells) in colorectal carcinoma have been associated with better patient survival, 

indicating a major role of T-cell-mediated adaptive immunity in inhibiting colorectal tumor 

progression.41 Virulence factors derived from Fusobacterium nucleatum have been shown 

to inhibit T-cell activity.26,27 Previous studies have shown that a virulence factor derived 

from Helicobacter pylori, which has been shown to cause gastric adenocarcinoma, can 

inhibit T-cell activity.42 This immunosuppressive effect may be similar to the potential 

immunosuppressive effect of Fusobacterium nucleatum. In the ApcMin/+ mouse model, 

Fusobacterium nucleatum promotes colonic neoplasia development through the recruitment 

of myeloid-derived suppressor cells into the tumor microenvironment.28 Myeloid-derived 

suppressor cells inhibit T-cell proliferation and induce T-cell apoptosis.43 These lines of 

experimental evidence are consistent with our finding of the inverse association between the 

amount of Fusobacterium nucleatum and the density of CD3+ T-cells in tumor tissue. 

Further studies are needed to investigate myeloid-derived suppressor cells in relation to 

Fusobacterium nucleatum in colorectal carcinoma tissue.

Studies have shown significant differences in the composition of intestinal microbiota along 

bowel subsites, likely leading to differences in colonic mucosal immunity.44,45 Consistent 

with a continuum of changes in intestinal microbiota and luminal contents, proportions of 

specific molecular features in colorectal cancer (namely, MSI-high, CIMP-high, and BRAF 

and PIK3CA mutations) continuously decrease from ascending colon to rectum.46,47 In the 

current study, the amount of Fusobacterium nucleatum in colorectal carcinoma tissue 

appeared to be associated with proximal tumor location, consistent with the previous 

study.25 Because epidemiologic evidence suggests that colonoscopy screening may be less 

effective for preventing proximal colon cancer than distal colon cancer,30,48 more effective 

prevention strategies may need to be developed for proximal colon cancer. Diet, antibiotics, 

and pro- and prebiotics have been shown to influence the composition of intestinal 

microbiota.49 In light of our findings, it would be intriguing for future investigations to 

explore potential influence of diet, lifestyle factors, and environmental exposures on 

Fusobacterium nucleatum and its immunosuppressive effect, which may have important 

implications for the development of colorectal cancer prevention strategies through targeting 

microbiota and immune cells.
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We acknowledge limitations of our study. With the use of FFPE tissue specimens, routine 

histopathology procedures including tissue fixation, paraffin embedding, and storage may 

influence the quantitative PCR assay to detect microorganisms. However, technical artifacts, 

if any, would have affected our results likely towards the null hypothesis. In our limited 

validation study, we did detect Fusobacterium nucleatum in both of paired FFPE and frozen 

tissue specimens in two colorectal carcinoma cases by the quantitative PCR assay. Our 

validation study also showed a high linearity (r2 > 0.99) and a high reproducibility (inter-

assay coefficient of variation ≤ 1%) of the quantitative PCR assay for Fusobacterium 

nucleatum with the use of FFPE tissue specimens. In addition, our data on the relationship 

between Fusobacterium nucleatum and tumor MSI and CIMP status are in agreement with 

the recent study which used a quantitative PCR assay for Fusobacterium in frozen tissue 

specimens.25 These results suggest an acceptable performance of the quantitative PCR assay 

for Fusobacterium nucleatum in FFPE tissue specimens. Another limitation is the cross-

sectional nature of our study. Hence, we cannot exclude a possibility of reverse causation. 

Although it is possible that immune cells may eradicate Fusobacterium nucleatum, 

experimental evidence indicating an immunosuppressive effect of Fusobacterium nucleatum 

on T-cell activity26–28 formed a basis for our specific hypothesis. Because any experimental 

system cannot perfectly recapitulate the complex nature of human tumor or immune system, 

analyses of human cancer tissue in a large population are useful in elucidating the 

relationship between microbiota and immunity in cancer.

Strengths of this study include the use of our molecular pathological epidemiology database 

(of nearly 600 colorectal carcinoma cases in the two U.S. nationwide, prospective cohort 

studies) which integrates key tumor molecular features, the amount of Fusobacterium 

nucleatum, and immune reaction status in colorectal carcinoma tissue. The sample size and 

comprehensiveness of this population-based colorectal cancer database enabled us to assess 

the association between the amount of Fusobacterium nucleatum and the density of T-cells, 

controlling for potential confounders.

Conclusions

In this cross-sectional analysis of the U.S. nationwide prospective cohort studies, higher 

amount of Fusobacterium nucleatum was associated with lower density of CD3+ T-cells in 

colorectal carcinoma tissue. These findings need to be validated by further studies. Upon 

validation, our findings may provide insights for strategies to target microbiota and immune 

cells for colorectal cancer prevention and treatment.

Supplementary Material

Refer to Web version on PubMed Central for supplementary material.
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Figure 1. The amount of Fusobacterium nucleatum in colorectal cancer
A, Quantitative polymerase chain reaction assays for Fusobacterium nucleatum and 

SLCO2A1 using 2-fold dilution series (20 ng, 40 ng, 80 ng, and 160 ng) from the same DNA 

specimen. Mean cycle threshold values (± standard deviation) of duplicate runs and the 

coefficient of determination (r2) in the assays for Fusobacterium nucleatum and SLCO2A1 

are shown.

B, The amount of Fusobacterium nucleatum in 558 pairs of colorectal carcinoma and 

adjacent non-tumor tissues. Dot plots represent the amount of Fusobacterium nucleatum in 

colorectal carcinoma tissue and paired adjacent non-tumor tissue. Statistical analyses were 

performed using two-sided Wilcoxon signed rank test.
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Table 3

The amount of Fusobacterium nucleatum in colorectal carcinoma tissue and the density of T-cells

Univariable
OR (95% CI)

Multivariable
OR (95% CI)a

Model for CD3+ cell density (n = 567, as an outcome variable)

  The amount of Fusobacterium nucleatum

Negative 1 (reference) 1 (reference)

Low 0.68 (0.37–1.25) 0.63 (0.34–1.17)

High 0.50 (0.27–0.91) 0.47 (0.26–0.87)

Ptrend
b 0.012 0.006

Model for CD8+ cell density (n = 560, as an outcome variable)

  The amount of Fusobacterium nucleatum

Negative 1 (reference) 1 (reference)

Low 0.60 (0.32–1.12) 0.66 (0.35–1.23)

High 0.71 (0.39–1.30) 0.79 (0.43–1.44)

Ptrend
b 0.11 0.24

Model for CD45RO+ cell density (n = 574, as an outcome variable)

  The amount of Fusobacterium nucleatum

Negative 1 (reference) 1 (reference)

Low 1.33 (0.72–2.43) 1.25 (0.67–2.31)

High 1.09 (0.60–1.98) 0.97 (0.53–1.79)

Ptrend
b 0.56 0.88

Model for FOXP3+ cell density (n = 548, as an outcome variable)

  The amount of Fusobacterium nucleatum

Negative 1 (reference) 1 (reference)

Low 1.25 (0.66–2.35) 1.14 (0.60–2.15)

High 0.46 (0.25–0.84) 0.41 (0.22–0.76)

Ptrend
b 0.038 0.014

Abbreviation: CI, confidence interval; OR, odds ratio.

a
The ordinal logistic regression analysis model initially included age, sex, year of diagnosis, family history of colorectal carcinoma in parent or 

sibling, tumor location, tumor differentiation, microsatellite instability, CpG island methylator phenotype, KRAS, BRAF, and PIK3CA mutations, 
and LINE-1 methylation level. A backward stepwise elimination with a threshold of P < 0.05 was used to select variables in the final models. 
Variables remaining in the final multivariable ordinal logistic regression models are shown in eTable 3 in the Supplement.

b
Ptrend value was calculated by the linear trend across the ordinal (negative, low, and high) categories of the amount of Fusobacterium nucleatum 

as a continuous variable in the ordinal logistic regression model for the density of CD3+, CD8+, CD45RO+, or FOXP3+ T-cells (an ordinal 
quartile outcome variable). Because we assessed four primary outcome variables, we adjusted two-sided α level to 0.013 (= 0.05/4) by simple 
Bonferroni correction.
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