
190https://jgc-online.org

ABSTRACT

Purpose: This study sought to investigate the prognostic significance of tumor-infiltrating 
lymphocytes (TILs) in relation to tumor location within the stomach.
Materials and Methods: The densities and prognostic significance of TIL subsets were 
evaluated in 542 gastric cancer patients who underwent gastrectomy. Immunohistochemical 
staining for CD3, CD4, CD8, forkhead/winged helix transcription factor (Foxp3), and 
granzyme B was performed.
Results: Cardia cancer was associated with significantly lower densities of CD8 T-cells and 
higher densities of Foxp3 and granzyme B T-cells than non-cardia tumors. Multivariate 
analysis showed that advanced age (hazard ratio [HR], 1.023; 95% confidence interval [CI], 
1.006–1.040), advanced T classification (HR, 2.029; 95% CI, 1.106–3.721), lymph node 
metastasis (HR, 3.319; 95% CI, 1.947–5.658), low CD3 expression (HR, 0.997; 95% CI, 0.994–
0.999), and a high Foxp3/CD4 ratio (HR, 1.007; 95% CI, 1.001–1.012) were independent 
predictors of poor overall survival in cardia cancer patients. In non-cardia cancer patients, 
total gastrectomy (HR, 2.147; 95% CI, 1.507–3.059), advanced T classification (HR, 2.158; 
95% CI, 1.425–3.266), lymph node metastasis (HR, 1.854; 95% CI, 1.250–2.750), and a low 
Foxp3/CD4 ratio (HR, 0.978; 95% CI, 0.959–0.997) were poor prognostic factors for survival.
Conclusions: The densities and prognostic effects of TILs differed in relation to the location 
of tumors within the stomach. The contrasting prognostic effects of Foxp3/CD4 ratio in 
cardia and non-cardia gastric cancer patients suggests that clinicians ought to consider 
tumor location when determining treatment strategies.
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INTRODUCTION

Gastric cancer is a common cancer and a leading cause of cancer-related deaths worldwide 
[1]. Although staging remains the best tool to determine the prognosis and adjuvant 
treatment strategy for gastric cancer patients, outcomes can differ between individuals 
with the same disease stage. Studies have shown that prognosis can be influenced by 
both intrinsic tumor cell characteristics and tumor-associated factors, such as the tumor 
microenvironment and host immune status [2-4]. Tumor-infiltrating lymphocytes (TILs) are 
known to be prognostic factors in solid organ cancers, including gastric cancer [5,6], while 
regulatory T-cells are thought to induce tolerance to altered self-antigens, resulting in an 
immune response that is deleterious to the host [7].

While some studies have shown regulatory T-cells to be associated with poor prognoses in 
patients with gastric cancer [6,8-10], others have reported that regulatory T-cell expression 
is associated with a favorable prognosis [11,12]. It is possible that disregarding the tumor 
location during risk assessment could account for the disparate findings between these studies 
[8,9]. Indeed, recent studies have documented distinct molecular and pathophysiologic 
mechanisms of carcinogenesis in cardia and non-cardia cancers [13,14]. Cardia cancers have 
been associated with gastroesophageal reflux [15,16] and obesity [15,17]; in contrast, non-
cardia cancers have been associated with decreased acidity [18,19]. Such findings suggest 
that a single factor such as acidity can exert opposing effects on carcinogenesis depending 
on the anatomical location of the tumor. Furthermore, different staging systems are used to 
assess cardia and non-cardia cancers (esophageal cancer and stomach cancer, respectively) 
[20,21]. Therefore, we sought to determine whether immune responses to gastric cancer differ 
according to tumor location (cardia and non-cardia regions).

This study aimed to characterize and evaluate the prognostic effects of CD3+, CD4+, CD8+, 
forkhead/winged helix transcription factor (Foxp3)+, and granzyme B (GZB)+ T-cells in 
patients with gastric cancer according to the location of the tumor within the stomach.

MATERIALS AND METHODS

Study design and patients
We performed a retrospective analysis of 542 gastric cancer patients who underwent 
gastrectomy at Severance Hospital between September 1996 and June 2011. Cardia cancer was 
defined as a lesion(s) with an epicenter located within 5 cm of the esophagogastric junction 
[20,21]. The incidence of cardia cancer is low in Korea; therefore, we included a higher 
number of cardia cancer patients in the study to obtain a comparable dataset (cardia: non-
cardia = 2:3). The median follow-up duration was 95 months (interquartile range: 78 months), 
and the final follow-up date was February 28, 2018. Patients with a history of other primary 
cancers and those who died of surgery-related causes were excluded; patients whose paraffin 
blocks were unsuitable for immunohistochemical staining and those who had missing or 
unclear information on the longitudinal location of their tumors were also excluded. Staging 
was performed according to the American Joint Committee on Cancer 8th Edition [21]. 
Patients with stage II/III cancer were prescribed 5-fluorouracil-based adjuvant chemotherapy, 
while those with stage IV cancer received palliative chemotherapy with best supportive care. 
Patients underwent follow-up evaluations every 3 months for 1 year, every 6 months for 2 
years, and annually thereafter for the duration of the scheduled follow-up period. This study 
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was approved by the Yonsei Institutional Review Board (4-2017-0753), and the requirement for 
informed consent was waived because of the retrospective design of the study.

TILs
Immunohistochemical (IHC) staining and quantification of TILs were performed as 
previously described [6]. Briefly, IHC staining was performed on paraffin-embedded cancer 
tissue sections that had been serially sectioned at a thickness of 4 mm after hematoxylin 
and eosin staining. The sections were deparaffinized, rehydrated, and treated for antigen 
retrieval, after which they were incubated for 60 min at room temperature with primary 
monoclonal antibodies against the following antigens (Fig. 1): CD3 (total T lymphocytes, 
1:100, Labvision Corporation, Fremont, CA, USA), CD4 (helper T lymphocytes, 1:100, 
Novocastra, Newcastle upon Tyne, UK), CD8 (cytotoxic T lymphocytes, 1:100, Novocastra), 
Foxp3 (regulatory T-cells, 1:100, Abcam, Cambridge, UK), and GZB (activated cytotoxic T 
lymphocytes, 1:100, Labvision Corporation). Sections were then incubated with horseradish 
peroxidase-conjugated secondary antibodies, developed with diaminobenzidine, and 
counterstained with hematoxylin.
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Fig. 1. Representative images of CD3, CD4, CD8, Foxp3, and granzyme B staining in gastric adenocarcinoma 
specimens. Immunohistochemical staining for (A) CD3 (T lymphocytes), (B) CD4 (helper T lymphocytes), (C) CD8 
(cytotoxic T lymphocytes), (D) Foxp3 (regulatory T lymphocytes), and (E) GZB (activated cytotoxic T lymphocytes) 
in gastric adenocarcinoma specimens. 
Foxp3, forkhead/winged helix transcription factor; GZB, granzyme B.
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Quantification of TILs
An experienced pathologist (SJS) who was blinded to the patient data reviewed the hematoxylin 
and eosin-stained slides for each case. The tumoral center, as well as the centers of four tumor 
quadrants drawn within the borders of each lesion, were analyzed. A representative high-
power field (×400) was chosen for each area and captured as an image. Regions of necrosis or 
hemorrhage were avoided, as were areas of stroma with few tumor glands (less than 10% of 
the total area). The densities of cells with positive reactions to each antibody were calculated 
using ImageJ software (National Institutes of Health, Bethesda, MD, USA). The mean numbers 
of positively stained cells in each area were recorded. Subsequently, the absolute numbers of 
positive cells per high-power field (×400) were calculated for each antigen (CD3, CD4, CD8, 
Foxp3, and GZB) by adding the mean numbers of positive cells in each of the five areas of 
interest (tumoral center and four tumor quadrants) and dividing by five.

Statistical analyses
Age, sex, body mass index, tumor size, circular location, longitudinal location, histologic 
type, lymphovascular invasion (LVI), perineural invasion, T and N classification, and 
stage were evaluated as clinical variables. Categorical data were compared using the χ2 or 
Fisher's exact tests. Absolute numbers of cells positive for each stain and the relative ratio 
between two different stains were compared using the Student's t-test or analysis of variance 
(ANOVA). Median counts were used to divide patients into low- and high-density groups. 
The Kaplan–Meier method was used to construct survival curves, and their differences were 
assessed using the log-rank test. Cox proportional hazard models were applied for univariate 
analysis. The proportionality assumption for the Cox model was evaluated by Schoenfeld 
residuals and Grambsch-Therneau tests. Independent predictors of survival were assessed 
using multivariate Cox forward stepwise regression. Age, sex, and factors with P-values <0.10 
in the univariate analysis were subjected to multivariate analysis. A 2-tailed P-value of 0.05 or 
less was considered statistically significant. All statistical analyses were performed using SAS 
software, version 9.4 (SAS Institute, Cary, NC, USA).

RESULTS

Patient demographics and TILs
Table 1 shows the clinicopathological parameters associated with the subsets of TILs stained 
with monoclonal antibodies against CD3, CD4, CD8, Foxp3, and GZB (Fig. 1). The density 
of CD3+ cells was higher in undifferentiated histologic-type tumors (P=0.038), whereas 
CD4+ cell density was higher in early stage lesions (P=0.027). The density of CD8+ cells 
was significantly higher in men and in tumors with advanced T classification (P=0.038 and 
P=0.044, respectively). Foxp3+ cell density was significantly higher in patients who were 
negative for perineural invasion (P=0.001), whereas GZB+ levels were significantly lower in 
patients with small tumor sizes (P=0.024) and early T classification (P<0.001).

Tumor location and TILs
The associations between the anatomic locations of the tumors and TIL subsets are 
shown in Fig. 2. While levels of CD3+ and CD4+ cells were not associated with longitudinal 
locations, CD8+ cell densities were significantly lower in cardia cancers (Fig. 2A). The 
densities of Foxp3+ and GZB+ cells were also significantly higher in cardia cancers than in 
tumors located elsewhere. No association was found among circular locations and the 
distribution of TILs (Fig. 2B).
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Table 1. Clinical parameters and TILs
Characteristics Subsets of TILs

Number CD3 P-value CD4 P-value CD8 P-value Foxp3 P-value GZB P-value
Age (yr) 0.284 0.645 0.779 0.265 0.912

<60 272 (50.2%) 172±64.8 96.8±50.1 80.2±41.4 18.7±15 20.3±17.7
≥60 270 (49.8%) 166.2±59.5 94.9±48.8 81.1±36.7 20.2±15.7 20.5±17

Sex 0.119 0.844 0.038 0.898 0.484
Male 347 (64.0%) 166±60.3 96.2±51.1 83.3±39.7 19.5±15.3 20.8±17
Female 195 (36.0%) 174.7±65.2 95.3±46.5 76±37.7 19.4±15.5 19.6±18

Body mass index (kg/m2) 0.869 0.603 0.284 0.264 0.587
Low 271 (50.0%) 168.7±61.9 96.9±51.4 78.8±39.2 20.2±17.8 20±15.2
High 271 (50.0%) 169.5±62.6 94.7±47.4 82.4±39 18.7±12.4 20.8±19.1

Tumor size (>4 cm) 0.769 0.251 0.166 0.718 0.024
No 268 (49.4%) 168.3±62.9 98.3±50.5 78.3±35.8 19.2±16.9 18.7±15.5
Yes 274 (50.6%) 169.9±61.6 93.4±48.4 82.9±42 19.7±13.7 22.1±18.8

Histologic type* 0.038 0.240 0.115 0.177 0.598
Differentiated 217 (40.0%) 162.3±61.1 92.8±48.8 77.5±33.8 20.6±16.9 19.9±16.2
Undifferentiated 325 (60.0%) 173.6±62.6 97.9±49.8 82.7±42.2 18.7±14.1 20.7±18.1

LVI† 0.544 0.699 0.887 0.095 0.477
No 162 (29.9%) 171.3±58.1 99.2±45.9 81.5±39.3 17.3±9.7 17.5±15.7
Yes 205 (37.8%) 174.9±54.6 101.2±52 82.1±35.4 15.7±8.8 18.8±16.6

Perineural invasion† 0.906 0.709 0.844 0.001 0.515
No 203 (37.5%) 175.2±54.5 101.6±48.6 82.3±35.7 17.7±9.8 17±13.2
Yes 144 (26.6%) 174.5±53.9 103.6±50.5 81.5±37.7 14.6±7.9 18.3±18.3

T classification 0.087 0.931 0.044 0.166 <0.001
T1, T2 211 (38.9%) 163.4±60.2 96.1±45.7 76.4±35.3 18.4±14.2 17.4±13.3
T3, T4 331 (61.1%) 172.8±63.3 95.7±51.7 83.4±41.2 20.2±16 22.5±19.4

N classification 0.436 0.061 0.343 0.064 0.913
N− 256 (47.2%) 166.9±62 100±50 82.3±41.7 20.8±16.9 20.3±17.9
N+ 286 (52.8%) 171.1±62.4 92.1±48.7 79.1±36.7 18.3±13.7 20.5±16.7

Stage 0.827 0.027 0.198 0.050 0.370
I, II 317 (58.5%) 168.6±60.7 99.8±49.2 82.4±41.2 20.5±15.9 19.9±17.3
III, IV 225 (41.5%) 169.8±64.5 90.3±49.4 78.1±35.9 17.9±14.5 21.3±17.3

TIL, tumor-infiltrating lymphocyte; LVI, lymphovascular invasion; Foxp3, forkhead/winged helix transcription factor; GZB, granzyme B.
*Histologic type divided to 2 type: 1) Differentiated: papillary, well-differentiated adenocarcinoma and moderately differentiated adenocarcinoma; 2) 
Undifferentiated: poorly differentiated adenocarcinoma, signet-ring cell carcinoma, mucinous cancer, and other undifferentiated carcinomas. †Patients with 
missing information (175, lymphovascular invasion; 195, perineural invasion) were excluded from the analysis.
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Fig. 2. Tumor location and TIL expression. (A) Immune responses according to longitudinal location: cardia tumors were associated with significantly different 
distributions of CD8-, Foxp3-, and GZB-positive TILs. (B) Immune responses according to circular location: no significant associations were noted. 
TIL, tumor-infiltrating lymphocyte; Foxp3, forkhead/winged helix transcription factor; GZB, granzyme B. 
*P<0.05 with Bonferroni correction; †P<0.01 with Bonferroni correction.
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Comparison of cardia and non-cardia tumors
Cardia cancers were larger in size, showed more LVI, were more commonly located in the 
lesser curvature of the stomach, and had more advanced T classification and stage than 
non-cardia cancers (Table 2). In terms of immune responses, cardia cancers were strikingly 
different from their non-cardia counterparts. Cardia cancers showed fewer total lymphocytes 
(CD3+; P=0.030) and fewer cytotoxic T lymphocytes (CD8+; P<0.001) than non-cardia 
cancers, with no difference in helper T lymphocyte levels (CD4+; P=0.347). We recorded 
fewer cytotoxic T lymphocytes and an increased number of activated cytotoxic T lymphocytes 
(GZB+; P<0.001) in cardia cancers, findings that are suggestive of immune exhaustion. We 
also noted a greater absolute number of regulatory T lymphocytes (Foxp3+; P<0.001) and a 
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Table 2. Comparison of the characteristics of patients with cardia and non-cardia tumors
Characteristics Cardia (n=207) Non-cardia (n=335) P-value
Age (yr) 0.492

<60 100 (48.3%) 172 (51.3%)
≥60 107 (51.7%) 163 (48.7%)

Sex 0.119
Male 141 (68.1%) 206 (61.5%)
Female 66 (31.9%) 129 (38.5%)

Body mass index (kg/m2) 23.2±3.2 23.1±3.3 0.886
Tumor size (>4 cm) 0.029

No 90 (43.5%) 178 (53.1%)
Yes 117 (56.5%) 157 (46.9%)

Histologic type* 0.068
Differentiated 93 (44.9%) 124 (37.0%)
Undifferentiated 114 (55.1%) 211 (63.0%)

LVI† 0.026
No 38 (35.2%) 124 (47.9%)
Yes 70 (64.8%) 135 (52.1%)

Perineural invasion† 0.151
No 48 (52.2%) 155 (60.8%)
Yes 44 (47.8%) 100 (39.2%)

Circular location‡ 0.031
Lesser curvature 107 (54.6%) 154 (46.5%)
Greater curvature 14 (7.1%) 52 (15.7%)
Anterior wall 29 (14.8%) 49 (14.8%)
Posterior wall 46 (23.5%) 76 (23%)

T classification <0.001
T1, T2 60 (29%) 151 (45.1%)
T3, T4 147 (71%) 184 (54.9%)

N classification 0.130
N0 86 (41.5%) 170 (50.7%)
N1 27 (13%) 45 (13.4%)
N2 39 (18.8%) 45 (13.4%)
N3 55 (26.6%) 75 (22.4%)

Stage <0.001
I, II 103 (49.8%) 214 (63.9%)
III, IV 104 (50.2%) 121 (36.1%)

CD3 161.1±74.3 174±53.0 0.030
CD4 98.7±63.9 94.1±37.9 0.347
CD8 71.9±38.1 86.0±38.8 <0.001
Foxp3 23.2±21 17.2±9.8 <0.001
GZB 29.9±21.5 13.9±9.4 <0.001
Foxp3/CD4 (%) 31.6±30.7 19.6±11.9 <0.001
LVI, lymphovascular invasion; Foxp3, forkhead/winged helix transcription factor; GZB, granzyme B.
*Histologic type divided to 2 type: 1) Differentiated: papillary, well-differentiated adenocarcinoma and moderately 
differentiated adenocarcinoma; 2) Undifferentiated: poorly differentiated adenocarcinoma, signet-ring cell carcinoma, 
mucinous cancer, and other undifferentiated carcinomas. †Patients with missing information (175, lymphovascular 
invasion; 195, perineural invasion) were excluded from the analysis. ‡Circular location unknown (n=15).
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stable number of CD4+ T lymphocytes in cardia cancers, resulting in a higher Foxp3+/CD4+ 
ratio (P<0.001) in cardia cancers than in non-cardia cancers.

Prognostic implications of the immune response according to tumor location
High CD3+ and CD4+ cell densities were associated with a good prognosis only in cardia 
cancers (Fig. 3A-D), while a high Foxp3+ cell density was associated with a good prognosis 
only in non-cardia cancers (Fig. 3E and F). Remarkably, a high Foxp3+/CD4+ ratio was 
associated with poor prognosis in cardia cancer patients and with good prognosis in non-
cardia cancer patients (Fig. 3G and H). CD8+ and GZB+ expression was not associated with a 
difference in survival according to tumor location (data not shown).

Univariate Cox regression analysis of overall survival for the entire study cohort revealed 
that total gastrectomy, larger tumor size, advanced T classification, lymph node metastasis, 
and low CD4+ and CD8+ cell densities were poor prognostic factors (Table 3, whole cohort). 
Multivariate analysis showed that total gastrectomy (hazard ratio [HR], 1.75; 95% confidence 
interval [CI], 1.291–2.378), advanced T classification (HR, 1.99; 95% CI, 1.42–2.79), lymph 
node metastasis (HR, 2.31; 95% CI, 1.69–3.14), and low CD8+ cell density (HR, 0.99; 95% CI, 
0.992–0.999) were independent predictors of overall survival.

In the subgroup analysis of cardia cancer (Table 3, cardia only), advanced age (HR, 1.023; 
95% CI, 1.01–1.04), higher T classification (HR, 2.029; 95% CI, 1.11–3.72), lymph node 
metastasis (HR, 3.319; 95% CI, 1.95–5.66), low CD3+ cell density (HR, 0.997; 95% CI, 0.994–
0.999), and a high Foxp3+/CD4+ ratio (HR, 1.007; 95% CI, 1.00–11.012) were independent 
predictors of an unfavorable prognosis. In non-cardia cancer (Table 3, non-cardia only), 
total gastrectomy (HR, 2.147; 95% CI, 1.51–3.06), higher T classification (HR, 2.158; 95% CI, 
1.43–3.27), lymph node metastasis (HR, 1.85; 95% CI, 1.25–2.75), and a low Foxp3+/CD4+ ratio 
(HR, 0.978; 95% CI, 0.96–0.99) were independent predictors of an unfavorable prognosis.
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Table 3. Univariate and multivariate analyses of factors associated with overall survival
Factors Whole cohort (n=542) Cardia (n=207) Non-cardia (n=335)

HR 95% CI P-value HR 95% CI P-value HR 95% CI P-value
Univariate

Age 0.998 0.988–1.008 0.687 1.004 0.988–1.019 0.652 0.994 0.98–1.007 0.350
Sex 1.181 0.906–1.541 0.218 0.837 0.544–1.288 0.419 1.545 1.092–2.188 0.014
Total gastrectomy 2.148 1.589–2.904 <0.001 N/A 2.479 1.747–3.519 <0.001
Tumor size (>4 vs. <4 cm) 2.040 1.559–2.669 <0.001 2.110 1.392–3.197 <0.001 1.974 1.385–2.815 <0.001
T classification (T3/T4 vs.  T1/T2) 2.810 2.057–3.838 <0.001 3.002 1.759–5.125 <0.001 2.676 1.812–3.951 <0.001
N positive vs. negative 3.082 2.312–4.108 <0.001 3.800 2.366–6.103 <0.001 2.603 1.799–3.766 <0.001
CD3 0.998 0.996–1.000 0.109 0.997 0.995–1.000 0.034 1.001 0.997–1.004 0.701
CD4 0.997 0.994–1.000 0.043 0.996 0.992–0.999 0.009 1.001 0.996–1.005 0.763
CD8 0.996 0.992–0.999 0.020 0.996 0.991–1.001 0.160 0.997 0.992–1.001 0.159
Foxp3 0.994 0.985–1.003 0.196 0.998 0.989–1.007 0.700 0.972 0.953–0.992 0.006
GZB 0.998 0.990–1.006 0.628 0.993 0.983–1.002 0.139 0.983 0.961–1.006 0.159
Foxp3/CD4 1.004 0.998–1.009 0.166 1.006 1.000–1.011 0.034 0.974 0.956–0.993 0.007

Multivariate
Age 1.023 1.006–1.040 0.008
Total gastrectomy 1.752 1.291–2.378 <0.001 2.147 1.507–3.059 <0.001
T classification (T3/T4 vs. T1/T2) 1.991 1.419–2.793 <0.001 2.029 1.106–3.721 0.022 2.158 1.425–3.266 <0.001
N positive vs. negative 2.307 1.694–3.142 <0.001 3.319 1.947–5.658 <0.001 1.854 1.250–2.750 0.002
CD3 0.997 0.994–0.999 0.016
CD8 0.995 0.992–0.999 0.010
Foxp3/CD4 1.007 1.001–1.012 0.022 0.978 0.959–0.997 0.022

Forward stepwise elimination with a threshold of P=0.10 was used to select variables for inclusion.
HR, hazard ratio; CI, confidence interval; N/A, not applicable; Foxp3, forkhead/winged helix transcription factor; GZB, granzyme B.
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In multivariate analysis of relapse-free survival, immune responses were not associated with 
prognosis. Only T classification and lymph node metastasis were identified as independent 
risk factors for both cardia cancers (HR, 4.57; 95% CI, 2.66–7.86 and HR=3.306; 95% 
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Fig. 3. Survival according to immune responses in cardia and non-cardia tumors. Kaplan–Meier analysis of overall survival in cardia and non-cardia patients as a 
function of (A, B) CD3 (T lymphocytes), (C, D) CD4 (helper T lymphocytes), and (E, F) Foxp3 (regulatory T lymphocytes) cell densities and (G, H) Foxp3/CD4 ratio. 
High (red) versus low (black) expression groups were divided according to median values. 
TIL, tumor-infiltrating lymphocyte; Foxp3, forkhead/winged helix transcription factor.
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CI=2.09–5.23, respectively) and non-cardia cancers (HR, 3.951; 95% CI, 2.23–6.99 and HR, 
3.099; 95% CI, 1.88–5.12, respectively).

DISCUSSION

We previously demonstrated the prognostic significance of Foxp3+/CD4+ ratio in a cohort of 180 
cardia cancer patients [6]. In this study, we accumulated data from additional cardia (n=207) 
and non-cardia (n=335) cancer patients to examine the role of immune cells in gastric cancer. 
Our findings demonstrate that the nature and prognostic significance of the immune response 
differs between cardia and non-cardia cancers. Cardia tumors exhibited lower CD3+ and CD8+ 
cell densities but higher Foxp3+ and GZB+ cell densities than non-cardia tumors. Furthermore, 
we found that a high Foxp3+/CD4+ ratio was associated with a poor prognosis in cardia cancer 
and a favorable prognosis in non-cardia cancer, corroborating our previous findings.

Immune responses that are specific to certain tumor locations within a single organ have also 
been observed in colorectal cancer, in which tumors in the left colon exhibit clinicopathologic 
[22] and molecular [23] characteristics that are distinct from those exhibited by tumors in 
the right colon. A study of the linear distribution of immune cells in normal colons revealed 
that the numbers of CD3+ and CD8+ cells progressively decreased from the ascending colon to 
the rectum [24]. Another recent study comparing cancers in the right colon, left colon, and 
rectum showed that high Foxp3+ cell density was a favorable prognostic factor only in patients 
with rectal tumors [25]. Such findings may also translate to gastric cancer and could explain 
the favorable prognostic effect of Foxp3+ cells in non-cardia cancer.

In general, high infiltration of regulatory (Foxp3+) T lymphocytes is known to be associated 
with a poor prognosis, which is consistent with our data from patients with cardia cancer. 
Paradoxically, colorectal [26,27] and oral cavity [28] cancers, which are expected to have a high 
bacterial burden, demonstrate a favorable prognosis when levels of regulatory T lymphocytes 
are high, indicating that the suppression of inflammation by regulatory cells confers an 
antitumor effect [29,30]. In our study, patients with non-cardia cancers with high regulatory 
T lymphocyte infiltration showed a favorable prognosis. Achlorhydria caused by atrophic 
gastritis and Helicobacter pylori infection results in bacterial overgrowth and dysbiosis in the 
stomach [31]. As such, the infiltration of Foxp3+ TILs might improve a patient's prognosis 
by suppressing inflammation and subsequent carcinogenesis [32-34]. As stated above, 
reduced acidity is an underlying cause of non-cardia cancer while high acidity supports the 
development of cardia cancer [18,19]. These opposing carcinogenic mechanisms may be 
reflected in the contrasting prognostic effects of regulatory T-cells in gastric cancers.

Generally, cytotoxic T-cells (CD8+) are regarded as important prognostic factors in gastric 
cancer [9,12]. In this study, we found that a high CD8+ count was independently associated 
with a favorable prognosis when the data were analyzed as a whole, as shown in Table 3. 
These findings corroborate those of other studies [9,12]. However, a high CD8+ count was 
not significantly associated with prognosis when data for cardia and non-cardia cancers were 
analyzed separately. These results indirectly support the importance of considering tumor 
location in the analyses and interpretation of data for gastric cancer.

This study has some limitations. First, owing to the retrospective nature of the study, there 
may have been bias during patient selection. Second, we did not evaluate the status of  
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H. pylori infection, which could be a confounding factor since it is associated with acidity 
and inflammation. Third, the current findings may not be generalizable to other solid organ 
cancer types. Despite these limitations, we found that gastric tumors exhibit significantly 
divergent characteristics depending on their gastric locations after adjusting for stage and 
other clinicopathological factors [5]. Moreover, to the best of our knowledge, our study is the 
first to investigate differences in immune cell characteristics in gastric cancer according to 
the topographic locations of tumors within the stomach.

In summary, we found that the densities and prognostic effects of TILs differ according to 
the tumor location in the stomach. Most notably, we observed opposing prognostic effects 
associated with a high Foxp3/CD4 ratio between patients with cardia and non-cardia gastric 
cancer. Overall, our study indicates that the longitudinal location of a tumor within the 
stomach should be considered when designing individualized immunotherapy protocols for 
patients with gastric cancer.

REFERENCES

	 1.	 Torre LA, Bray F, Siegel RL, Ferlay J, Lortet-Tieulent J, Jemal A. Global cancer statistics, 2012. CA Cancer J 
Clin 2015;65:87-108. 
PUBMED | CROSSREF

	 2.	 Coussens LM, Werb Z. Inflammation and cancer. Nature 2002;420:860-867. 
PUBMED | CROSSREF

	 3.	 Lee S, Choi S, Kim SY, Yun MJ, Kim HI. Potential utility of FDG PET-CT as a non-invasive tool for 
monitoring local immune responses. J Gastric Cancer 2017;17:384-393. 
PUBMED | CROSSREF

	 4.	 Lee JY, Son T, Cheong JH, Hyung WJ, Noh SH, Kim CB, et al. Association between chemotherapy-
response assays and subsets of tumor-infiltrating lymphocytes in gastric cancer: a pilot study. J Gastric 
Cancer 2015;15:223-230. 
PUBMED | CROSSREF

	 5.	 deLeeuw RJ, Kost SE, Kakal JA, Nelson BH. The prognostic value of FoxP3+ tumor-infiltrating 
lymphocytes in cancer: a critical review of the literature. Clin Cancer Res 2012;18:3022-3029. 
PUBMED | CROSSREF

	 6.	 Kim HI, Kim H, Cho HW, Kim SY, Song KJ, Hyung WJ, et al. The ratio of intra-tumoral regulatory T cells 
(Foxp3+)/helper T cells (CD4+) is a prognostic factor and associated with recurrence pattern in gastric 
cardia cancer. J Surg Oncol 2011;104:728-733. 
PUBMED | CROSSREF

	 7.	 Sakaguchi S, Yamaguchi T, Nomura T, Ono M. Regulatory T cells and immune tolerance. Cell 
2008;133:775-787. 
PUBMED | CROSSREF

	 8.	 Ma GF, Miao Q, Liu YM, Gao H, Lian JJ, Wang YN, et al. High FoxP3 expression in tumour cells predicts 
better survival in gastric cancer and its role in tumour microenvironment. Br J Cancer 2014;110:1552-1560. 
PUBMED | CROSSREF

	 9.	 Shen Z, Zhou S, Wang Y, Li RL, Zhong C, Liang C, et al. Higher intratumoral infiltrated Foxp3+ Treg 
numbers and Foxp3+/CD8+ ratio are associated with adverse prognosis in resectable gastric cancer.  
J Cancer Res Clin Oncol 2010;136:1585-1595. 
PUBMED | CROSSREF

	10.	 Perrone G, Ruffini PA, Catalano V, Spino C, Santini D, Muretto P, et al. Intratumoural FOXP3-positive 
regulatory T cells are associated with adverse prognosis in radically resected gastric cancer. Eur J Cancer 
2008;44:1875-1882. 
PUBMED | CROSSREF

	11.	 Wang B, Xu D, Yu X, Ding T, Rao H, Zhan Y, et al. Association of intra-tumoral infiltrating macrophages 
and regulatory T cells is an independent prognostic factor in gastric cancer after radical resection. Ann 
Surg Oncol 2011;18:2585-2593. 
PUBMED | CROSSREF

199https://jgc-online.org https://doi.org/10.5230/jgc.2020.20.e21

TIL Density in Cardia and Non-cardia Tumors

http://www.ncbi.nlm.nih.gov/pubmed/25651787
https://doi.org/10.3322/caac.21262
http://www.ncbi.nlm.nih.gov/pubmed/12490959
https://doi.org/10.1038/nature01322
http://www.ncbi.nlm.nih.gov/pubmed/29302378
https://doi.org/10.5230/jgc.2017.17.e43
http://www.ncbi.nlm.nih.gov/pubmed/26819801
https://doi.org/10.5230/jgc.2015.15.4.223
http://www.ncbi.nlm.nih.gov/pubmed/22510350
https://doi.org/10.1158/1078-0432.CCR-11-3216
http://www.ncbi.nlm.nih.gov/pubmed/21792941
https://doi.org/10.1002/jso.22038
http://www.ncbi.nlm.nih.gov/pubmed/18510923
https://doi.org/10.1016/j.cell.2008.05.009
http://www.ncbi.nlm.nih.gov/pubmed/24548868
https://doi.org/10.1038/bjc.2014.47
http://www.ncbi.nlm.nih.gov/pubmed/20221835
https://doi.org/10.1007/s00432-010-0816-9
http://www.ncbi.nlm.nih.gov/pubmed/18617393
https://doi.org/10.1016/j.ejca.2008.05.017
http://www.ncbi.nlm.nih.gov/pubmed/21347781
https://doi.org/10.1245/s10434-011-1609-3
https://jgc-online.org


	12.	 Kim KJ, Lee KS, Cho HJ, Kim YH, Yang HK, Kim WH, et al. Prognostic implications of tumor-infiltrating 
FoxP3+ regulatory T cells and CD8+ cytotoxic T cells in microsatellite-unstable gastric cancers. Hum Pathol 
2014;45:285-293. 
PUBMED | CROSSREF

	13.	 Li-Chang HH, Kasaian K, Ng Y, Lum A, Kong E, Lim H, et al. Retrospective review using targeted deep 
sequencing reveals mutational differences between gastroesophageal junction and gastric carcinomas. 
BMC Cancer 2015;15:32. 
PUBMED | CROSSREF

	14.	 Cancer Genome Atlas Research Network. Comprehensive molecular characterization of gastric 
adenocarcinoma. Nature 2014;513:202-209. 
PUBMED | CROSSREF

	15.	 Buas MF, Vaughan TL. Epidemiology and risk factors for gastroesophageal junction tumors: 
understanding the rising incidence of this disease. Semin Radiat Oncol 2013;23:3-9. 
PUBMED | CROSSREF

	16.	 Derakhshan MH, Malekzadeh R, Watabe H, Yazdanbod A, Fyfe V, Kazemi A, et al. Combination of gastric 
atrophy, reflux symptoms and histological subtype indicates two distinct aetiologies of gastric cardia 
cancer. Gut 2008;57:298-305. 
PUBMED | CROSSREF

	17.	 Turati F, Tramacere I, La Vecchia C, Negri E. A meta-analysis of body mass index and esophageal and 
gastric cardia adenocarcinoma. Ann Oncol 2013;24:609-617. 
PUBMED | CROSSREF

	18.	 Derakhshan MH, Arnold M, Brewster DH, Going JJ, Mitchell DR, Forman D, et al. Worldwide inverse 
association between gastric cancer and esophageal adenocarcinoma suggesting a common environmental 
factor exerting opposing effects. Am J Gastroenterol 2016;111:228-239. 
PUBMED | CROSSREF

	19.	 Kamangar F, Dawsey SM, Blaser MJ, Perez-Perez GI, Pietinen P, Newschaffer CJ, et al. Opposing risks of 
gastric cardia and noncardia gastric adenocarcinomas associated with Helicobacter pylori seropositivity.  
J Natl Cancer Inst 2006;98:1445-1452. 
PUBMED | CROSSREF

	20.	 Edge SB; American Joint Committee on Cancer. AJCC Cancer Staging Manual. 7th ed. New York (NY): 
Springer; 2010.

	21.	 Amin MB, Edge S, Greene F, Byrd DR, Brookland RK, Washington MK, et al. AJCC Cancer Staging 
Manual. 8th ed. Chicago (IL): American Joint Committee on Cancer, Springer; 2017.

	22.	 Ghazi S, Lindforss U, Lindberg G, Berg E, Lindblom A, Papadogiannakis N, et al. Analysis of colorectal 
cancer morphology in relation to sex, age, location, and family history. J Gastroenterol 2012;47:619-634. 
PUBMED | CROSSREF

	23.	 Gao XH, Yu GY, Gong HF, Liu LJ, Xu Y, Hao LQ, et al. Differences of protein expression profiles, KRAS 
and BRAF mutation, and prognosis in right-sided colon, left-sided colon and rectal cancer. Sci Rep 
2017;7:7882. 
PUBMED | CROSSREF

	24.	 Kirby JA, Bone M, Robertson H, Hudson M, Jones DE. The number of intraepithelial T cells decreases 
from ascending colon to rectum. J Clin Pathol 2003;56:158. 
PUBMED | CROSSREF

	25.	 Berntsson J, Svensson MC, Leandersson K, Nodin B, Micke P, Larsson AH, et al. The clinical impact of 
tumour-infiltrating lymphocytes in colorectal cancer differs by anatomical subsite: a cohort study. Int J 
Cancer 2017;141:1654-1666. 
PUBMED | CROSSREF

	26.	 Terzić J, Grivennikov S, Karin E, Karin M. Inflammation and colon cancer. Gastroenterology 
2010;138:2101-2114.e5. 
PUBMED | CROSSREF

	27.	 Ladoire S, Martin F, Ghiringhelli F. Prognostic role of FOXP3+ regulatory T cells infiltrating human 
carcinomas: the paradox of colorectal cancer. Cancer Immunol Immunother 2011;60:909-918. 
PUBMED | CROSSREF

	28.	 Badoual C, Hans S, Rodriguez J, Peyrard S, Klein C, Agueznay NH, et al. Prognostic value of tumor-
infiltrating CD4+ T-cell subpopulations in head and neck cancers. Clin Cancer Res 2006;12:465-472. 
PUBMED | CROSSREF

	29.	 Erdman SE, Sohn JJ, Rao VP, Nambiar PR, Ge Z, Fox JG, et al. CD4+CD25+ regulatory lymphocytes induce 
regression of intestinal tumors in ApcMin/+ mice. Cancer Res 2005;65:3998-4004. 
PUBMED | CROSSREF

200https://jgc-online.org https://doi.org/10.5230/jgc.2020.20.e21

TIL Density in Cardia and Non-cardia Tumors

http://www.ncbi.nlm.nih.gov/pubmed/24331841
https://doi.org/10.1016/j.humpath.2013.09.004
http://www.ncbi.nlm.nih.gov/pubmed/25656989
https://doi.org/10.1186/s12885-015-1021-7
http://www.ncbi.nlm.nih.gov/pubmed/25079317
https://doi.org/10.1038/nature13480
http://www.ncbi.nlm.nih.gov/pubmed/23207041
https://doi.org/10.1016/j.semradonc.2012.09.008
http://www.ncbi.nlm.nih.gov/pubmed/17965056
https://doi.org/10.1136/gut.2007.137364
http://www.ncbi.nlm.nih.gov/pubmed/22898040
https://doi.org/10.1093/annonc/mds244
http://www.ncbi.nlm.nih.gov/pubmed/26753891
https://doi.org/10.1038/ajg.2015.405
http://www.ncbi.nlm.nih.gov/pubmed/17047193
https://doi.org/10.1093/jnci/djj393
http://www.ncbi.nlm.nih.gov/pubmed/22249212
https://doi.org/10.1007/s00535-011-0520-9
http://www.ncbi.nlm.nih.gov/pubmed/28801584
https://doi.org/10.1038/s41598-017-08413-z
http://www.ncbi.nlm.nih.gov/pubmed/12560402
https://doi.org/10.1136/jcp.56.2.158
http://www.ncbi.nlm.nih.gov/pubmed/28677162
https://doi.org/10.1002/ijc.30869
http://www.ncbi.nlm.nih.gov/pubmed/20420949
https://doi.org/10.1053/j.gastro.2010.01.058
http://www.ncbi.nlm.nih.gov/pubmed/21644034
https://doi.org/10.1007/s00262-011-1046-y
http://www.ncbi.nlm.nih.gov/pubmed/16428488
https://doi.org/10.1158/1078-0432.CCR-05-1886
http://www.ncbi.nlm.nih.gov/pubmed/15899788
https://doi.org/10.1158/0008-5472.CAN-04-3104
https://jgc-online.org


	30.	 Stewart CA, Metheny H, Iida N, Smith L, Hanson M, Steinhagen F, et al. Interferon-dependent IL-10 
production by Tregs limits tumor Th17 inflammation. J Clin Invest 2013;123:4859-4874. 
PUBMED | CROSSREF

	31.	 Castaño-Rodríguez N, Goh KL, Fock KM, Mitchell HM, Kaakoush NO. Dysbiosis of the microbiome in 
gastric carcinogenesis. Sci Rep 2017;7:15957. 
PUBMED | CROSSREF

	32.	 Ivanov II, Frutos RL, Manel N, Yoshinaga K, Rifkin DB, Sartor RB, et al. Specific microbiota direct the 
differentiation of IL-17-producing T-helper cells in the mucosa of the small intestine. Cell Host Microbe 
2008;4:337-349. 
PUBMED | CROSSREF

	33.	 Bromberg J, Wang TC. Inflammation and cancer: IL-6 and STAT3 complete the link. Cancer Cell 
2009;15:79-80. 
PUBMED | CROSSREF

	34.	 Triulzi T, Tagliabue E, Balsari A, Casalini P. FOXP3 expression in tumor cells and implications for cancer 
progression. J Cell Physiol 2013;228:30-35. 
PUBMED | CROSSREF

201https://jgc-online.org https://doi.org/10.5230/jgc.2020.20.e21

TIL Density in Cardia and Non-cardia Tumors

http://www.ncbi.nlm.nih.gov/pubmed/24216477
https://doi.org/10.1172/JCI65180
http://www.ncbi.nlm.nih.gov/pubmed/29162924
https://doi.org/10.1038/s41598-017-16289-2
http://www.ncbi.nlm.nih.gov/pubmed/18854238
https://doi.org/10.1016/j.chom.2008.09.009
http://www.ncbi.nlm.nih.gov/pubmed/19185839
https://doi.org/10.1016/j.ccr.2009.01.009
http://www.ncbi.nlm.nih.gov/pubmed/22674548
https://doi.org/10.1002/jcp.24125
https://jgc-online.org

	Contrasting Prognostic Effects of Tumor-Infiltrating Lymphocyte Density in Cardia and Non-cardia Gastric Adenocarcinomas
	INTRODUCTION
	MATERIALS AND METHODS
	TILs
	Quantification of TILs
	Statistical analyses

	RESULTS
	Tumor location and TILs
	Comparison of cardia and non-cardia tumors
	Prognostic implications of the immune response according to tumor location

	DISCUSSION
	REFERENCES


