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ABSTRACT
Background Specific immune response is a hallmark 
of cancer immunotherapy and shared tumor- associated 
antigens (TAAs) are important targets. Recent advances 
using combined cellular therapy against multiple TAAs 
renewed the interest in this class of antigens. Our study 
aims to determine the role of TAAs in esophago- gastric 
adenocarcinoma (EGA).
Methods RNA expression was assessed by NanoString 
in tumor samples of 41 treatment- naïve EGA patients. 
Endogenous T cell and antibody responses against the 
10 most relevant TAAs were determined by FluoroSpot 
and protein- bound bead assays. Digital image analysis 
was used to evaluate the correlation of TAAs and T- cell 
abundance. T- cell receptor sequencing, in vitro expansion 
with autologous CD40- activated B cells (CD40Bs) and in 
vitro cytotoxicity assays were applied to determine specific 
expansion, clonality and cytotoxic activity of expanded T 
cells.
Results 68.3% of patients expressed ≥5 TAAs 
simultaneously with coregulated clusters, which were 
similar to data from The Cancer Genome Atlas (n=505). 
Endogenous cellular or humoral responses against 
≥1 TAA were detectable in 75.0% and 53.7% of patients, 
respectively. We found a correlation of T- cell abundance 
and the expression of TAAs and genes related to antigen 
presentation. TAA- specific T- cell responses were 
polyclonal, could be induced or enhanced using autologous 
CD40Bs and were cytotoxic in vitro. Despite the frequent 
expression of TAAs co- occurrence with immune responses 
was rare.
Conclusions We identified the most relevant TAAs in 
EGA for monitoring of clinical trials and as therapeutic 
targets. Antigen- escape rather than missing immune 
response should be considered as mechanism underlying 
immunotherapy resistance of EGA.

INTRODUCTION
Esophago- gastric adenocarcinoma (EGA) is 
among the most common causes of cancer- 
related deaths worldwide with a rising 

incidence in western countries.1 Combina-
tions of surgical resection, radiotherapy, and 
chemotherapy led to some progress over the 
last years, but the overall prognosis remains 
poor. Patients treated with curative intent 
have a very high risk of disease recurrence, 
especially in cases with nodal involvement.2 3 
Immunotherapy represents a novel treat-
ment option for a variety of cancer types 
and targeting the programmed cell death- 1 

WHAT IS ALREADY KNOWN ON THIS TOPIC
 ⇒ Tumor- associated antigens (TAAs) represent im-
portant targets for immunotherapy and have been 
described in multiple cancer types. Endogenous 
cellular and/or humoral responses to TAAs contrib-
ute to antitumor immune response and efficacy of 
immunotherapies. Although TAAs are often used for 
translational analyses of clinical trials, expression 
patterns and endogenous responses are poorly de-
scribed for most cancer types.

WHAT THIS STUDY ADDS
 ⇒ TAAs are frequently expressed in esophago- gastric 
adenocarcinoma (EGA) with coexpression in distinct 
clusters. Endogenous responses to TAAs are com-
mon, but co- occurrence of expression with cellular 
and/or humoral immune response against the same 
TAA is rare. Parallel expansion of specific T cells tar-
geting multiple TAAs is feasible using CD40Bs and 
these polyclonal TAA- specific T cells show cytotoxic 
activity in vitro.

HOW THIS STUDY MIGHT AFFECT RESEARCH, 
PRACTICE OR POLICY

 ⇒ Results of this study affect immune monitoring of 
clinical trials in EGA. Our data suggest evaluation 
of combined targeting of multiple TAAs and thera-
peutic enhancement of TAA- expression or antigen 
presentation.
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(PD- 1) has recently proven efficacy in EGA. Anti- PD- 1 
therapy (nivolumab, Checkmate 649; pembrolizumab, 
Keynote 059, Keynote 590) is effective in the metastatic 
setting and nivolumab also prolongs disease- free survival 
as adjuvant treatment following neoadjuvant chemora-
diotherapy and surgical resection (Checkmate 577).4–7 
However, objective response rates are low and mecha-
nisms underlying susceptibility to anti- PD- 1 therapy are 
poorly understood in EGA and other types of cancer.8 For 
example, almost 80% of patients with metastatic EGA did 
not respond to pembrolizumab therapy.9 Enhancement 
of pre- existing or de novo induction of antitumor T- cell 
responses is assumed as crucial mechanism of anti- PD1 
therapy and other immunotherapeutic approaches.10 
Mutation- associated neoantigens (MANAs) or tumor- 
associated antigens (TAAs) are the major targets of 
tumor- specific immune responses.11 12 In contrast to the 
highly individual MANAs, TAAs are often shared between 
patients and types of cancer. Due to their broad applica-
bility even across different types of cancer, TAAs are clas-
sical targets for various immunotherapeutic approaches 
such as vaccination,13 adoptive T- cell transfer,14 or CAR 
T cells.15 However, targeting a single TAA often showed 
limited efficacy and lead to selection of clones not 
expressing the respective TAA.16 Other mechanisms of 
immune escape such as defective antigen presentation 
or silencing of target genes are additional obstacles.17–19 
Recent data and emerging therapeutic strategies such as 
mRNA- vaccination renewed the interest in TAAs.12 Espe-
cially, attempts using combined targeting of multiple 
TAAs have shown promising results in lymphoma20 and 
myeloma21 and appear synergistic with immune check-
point inhibition.22 Moreover, TAA- specific immune 
responses are important parameters for immune moni-
toring of clinical trials.23

This study aims to elucidate endogenous TAA- directed 
immune responses in previously untreated EGA as 
important prerequisite for immune monitoring and 
design of immunotherapeutic trials. We identified the 
most relevant TAAs in EGA, describe prevalence of TAA- 
specific cellular and humoral responses and demonstrate 
the antitumor efficacy of TAA- directed T- cell responses in 
vitro.

MATERIALS AND METHODS
Patients and samples
Forty- one treatment- naïve patients with EGA were 
enrolled in this study. Peripheral blood mononuclear 
cells (PBMCs), matched serum (n=41) and lympho-
cytes of a tumor- draining lymph node (TDLN, n=1) 
were analyzed. Serum of 24 kidney donors served 
as healthy controls. Patient- matched formalin- fixed 
paraffin- embedded (FFPE) tumor and healthy tissue 
sections (n=41) were used for digital pathology (details 
in online supplemental methods). Detailed patient 
characteristics are summarized in online supplemental 
table 1. PBMCs were isolated and tissue specimens 

were processed using a standardized protocol (online 
supplemental methods) and stored in liquid nitrogen 
until analysis.

FluoroSpot
PBMCs were cocultured with/without peptide pools of 
TAAs (1 µg of each peptide/mL, peptides and elephants, 
Germany, details in online supplemental table 2) on 
precoated FluoroSpot plates (Mabtech, Sweden) for 20 
hours. Patients who showed ≥10 specific spots per 2×105 
PBMCs were counted as responder for the respective 
peptide. Spot detection was performed on an AID iSpot 
Spectrum Reader (AID, Germany). Assay details in online 
supplemental methods.

RNA isolation and NanoString
FFPE tumor blocks of 41 treatment- naïve EGA patients 
and patient- matched blocks of normal tissue from the 
aboral resection front were selected for RNA isolation. 
RNA was isolated using the Maxwell RSC RNA FFPE Kit 
according to the manufacturer’s instructions (Promega, 
USA). NanoString was performed using 250 ng RNA 
(NanoString, USA) (see online supplemental methods). 
For detailed information on the customized code- set, see 
online supplemental table 3.

Generation of antigen-presenting B cells and T-cell expansion
Antigen- presenting B cells (CD40Bs) were generated 
from PBMCs using the human CD40- Ligand Multimer Kit 
(Miltenyi, Germany) with a standardized protocol (online 
supplemental methods). T cells were isolated from 
PBMCs using a EasySep Human CD3 Positive Selection 
Kit II (StemCell, USA). For expansion, irradiated CD40Bs 
and T cells were mixed in a 1:1 ratio and cocultured in the 
presence of peptide pools of TAAs (peptide&elephants, 
Germany) for 10 days (online supplemental methods).

Cytotoxicity assay with OE19 cells
To determine antigen- specific cytotoxicity, PBMCs with/
without T cells previously expanded with autologous 
TAA- pulsed CD40 activated B cells were cocultured with 
the EGA cell line OE19. After 1- and 3 days of coculture, 
cells were harvested and used for flow cytometry (online 
supplemental methods).

HLA genotyping and prediction of binding affinity
HLA genotyping was performed with Illumina’s NGS 
method (online supplemental methods). The amino 
acid sequences of 10 frequently expressed TAAs in EGA 
(online supplemental table 2) were used in combi-
nation with HLA- genotyping results to identify the 
patient- specific repertoire of high- affinity binding HLA 
I- restricted 9- 10mers using the IEDB analysis resource 
NetMHCpan (V.4.1) tool ( IEDB. org).24 The complete list 
of predicted peptides was filtered based on the percentile 
rank (PR). Peptides with a PR ≤1 were considered high- 
affinity binders.
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T-cell receptor repertoire
DNA was isolated from 1 to 2×105 T cells before and 
after T- cell expansion with individual TAA- peptide 
pools using the DNA Gentra Puregene Cell and Tissue 
Kit (Qiagen, Netherlands). Amplicon TRB- VJ next- 
generation sequencing of baseline and expanded T cells 
was performed as described previously in the EuroClo-
nality- NGS assay25 (see online supplemental methods for 
details).

Detection of tumor-specific antibodies
A protein- bound bead assay was used to detect antibodies 
against TAA in patient sera (n=41). Proteins of TAAs were 
coupled to magnetic carboxylated polystyrene micro-
particles (MagPlex Microspheres, Luminex, USA). For 
coupling validation, commercially available anti- TAA anti-
bodies were used in titration experiments (proteins and 
antibodies in online supplemental table 4). Assay details 
in online supplemental methods. Median fluorescence 
intensity was determined on a Cytoflex LX flow cytometer 
(Beckman Coulter, USA).

Statistical analyses, visualizations, TCGA data, and software
Graphs and statistical tests were created using GraphPad 
Prism V.9.0.2 (GraphPad, USA). Figures were generated 
with Inkscape V.1.0.1. Group sizes, statistical significance 
levels, definition of error bars and applied tests are 
included in the respective figure legends. For detailed 
software, see online supplemental methods. RNA expres-
sion data from the TCGA database were downloaded 
from cBioPortal.26 27

RESULTS
TAAs are frequently coexpressed in EGA
We performed RNA expression analysis using NanoString 
to characterize the expression patterns of 26 TAAs in 
EGA, which were highly heterogeneous (figure 1A). The 
26 TAAs were selected based on previous description in 
cancer using the cancer testis antigen database (http://
www.cta.lncc.br), previous publications and preferably 
also clinical trials or expression in EGA tumor samples 
using The Cancer Genome Atlas (TCGA)- based GEPIA2 
platform (http://gepia2.cancer-pku.cn). Selective 
expression in the tumor microenvironment is another 
important feature of TAAs. The average difference 
between TAA- expression in tumor and normal tissue 
was positively correlated with RNA expression in tumor 
samples (figure 1B). We defined tumor- specific expres-
sion based on absolute expression in the tumor and the 
patient- specific difference between normal and tumor. All 
analyzed TAAs were specifically expressed in at least one 
patient. While some TAAs showed homogeneous nega-
tivity or positivity across most patients (eg, IGF2BP3 and 
SPA17, respectively), expression was highly variable for 
others (figure 1C). Of 41, 40 (97.6%) patients expressed 
at least one of the included TAAs (figure 1D). 68.3% 
(28/41) of the patients in our study showed coexpression 

of ≥5 TAAs (figure 1D), which is particularly relevant as 
a recent study in lymphoma demonstrated durable clin-
ical benefit using cellular therapy for combined targeting 
of multiple TAAs.20 We performed hierarchical clus-
tering and Pearson correlation to estimate coregulation 
of TAAs. This analysis identified distinct clusters with 
similar expression of for example CSAG1, MAGEA12 and 
NY- ESO- 1 or PBK, TTK and Survivin (figure 1E). Strat-
ification of our data according to tumor stage demon-
strated that some TAAs were enriched in patients with 
advanced tumor stages (Union Internationale Contre le 
Cancer (UICC) high, eg, CTCFL or CT45A1) and others 
were predominantly expressed at early stages (UICC low, 
eg, GAGE1 or NY- ESO- 1, figure 1F). Overall expression 
patterns and coregulated clusters were similar, when we 
compared our results with data from the TCGA database 
(n=505, online supplemental figure 1A,B).

EGA patients show frequent endogenous cellular immune 
response against TAAs
We performed FluoroSpot assays, which allow the simul-
taneous detection of interferon gamma (IFN-γ) and inter-
leukin 2 (IL- 2) on coculture with peptide pools of TAAs 
(figure 2A). We included peptide pools of 10 selected TAAs 
which showed high expression in our cohort (CEP55, 
MAGEA3/6, PBK, CT83, IGF2BP3, TTK), or were previ-
ously described in EGA (Survivin, PRAME, NY- ESO- 1) 
(figure 1A). The analyses revealed that 75.0% of patients 
(15/20) showed an endogenous cellular response (IFN-γ 
or IL- 2) to at least one of the included TAAs (figure 2B). 
Cellular responses in ≥25% of patients were detected for 
PBK, MAGEA3, IGF2BP3, CT83, NY- ESO- 1 and Survivin 
with the highest fraction of patients responding to 
Survivin (65.0%) and NY- ESO- 1 (52.6%) (figure 2C). 
These responses were rare in healthy donors, which were 
analyzed for endogenous T cell responses to the same 
set of shared antigens (p<0.0001, online supplemental 
figure 2A). IFN-γ responses were more common than 
IL- 2 responses, with few patients showing simultaneous 
IFN-γ and IL- 2 release (eg, Survivin) (figure 2C). In 9 
out of 15 responders, we detected endogenous immune 
responses to 1–4 TAAs and 6 patients showed a simulta-
neous response against≥5 TAAs (figure 2D). The magni-
tude of responses varied between the different TAAs and 
patients. The number of specific spots was highest in 
Survivin (mean of 35.7 spots, figure 2E). IFN-γ responses 
were not only more frequent in general, but also showed 
more specific spots per 2×105 PBMCs compared with IL- 2 
(figure 2C,E).

The observed variation in immunogenicity of the 
different TAAs may be related to the number of immu-
nogenic peptides predicted to bind to MHC- I. To deter-
mine the number of high- affinity peptides arising from 
the 10 TAAs, we calculated in- situ the percentile rank 
(PR) of each possible 9- 10mer that binds the patient’s 
unique HLA genotype. In our cohort of EGA patients, 
the highest number of high- affinity peptides (PR≤1) 
was calculated for PRAME and TTK (326.7±58.4 and 
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Figure 1 Tumor- associated antigens (TAAs) are frequently coexpressed in esophago- gastric adenocarcinoma. (A) NanoString 
based RNA expression analysis of 26 TAAs in 41 treatment- naïve esophago- gastric adenocarcinoma (EGA) tumors. 
(B) Correlation of the absolute RNA count of the tumor and the mean difference of tumor and normal tissue (n=41) for the 
indicated TAAs. (C) A tumor sample with a TAA- expression higher than the mean expression of the respective TAA in NT (n=41) 
and a threefold change compared with patient- matched normal tissue was considered positive. (D) Coexpression of 26 TAAs 
in EGA patients (n=41). (E) Similarity matrix with correlation of TAA- expression in EGA tumor samples. The expression of 26 
TAAs in tumors from 41 EGA patients was assessed by NanoString. Hierarchical clustering of TAAs was performed by one 
minus Pearson correlation with average linkage. (F) Tumors were categorized in early (UICC I+II, eighth edition) and advanced 
(UICC III+UICC IV) stage tumors. The fold- difference of the mean expression in UICC high and UICC low tumors was calculated. 
Tow- tailed, Pearson correlation coefficient was calculated (B). When appropriate, mean±95% CI is indicated. UICC, Union 
internationale contre le cancer
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Figure 2 Esophago- gastric adenocarcinoma (EGA) patients show frequent endogenous cellular immune response against 
tumor- associated antigens. T- cell responses against tumor- associated antigens (TAAs) were assessed by FluoroSpot analysis. 
(A) Representative plots of a FluoroSpot assay showing an interferon gamma (IFN-γ) for one and an Interleukin 2 (IL- 2) response 
for another EGA patient. plots of 2×105 PBMCs per well after 20 hours of coculture with a tumor- associated antigen (TAA, here 
Survivin), without peptide, anti- CD3 (technical positive control) and CEF (cytomegalovirus, Epstein- Barr virus and influenza, 
biological positive control) are shown. (B) Percentage of EGA patients (n=20) with either IFN-γ or IL- 2 response (black) or no 
response (gray) against at least 1/10 of the tested TAAs (TAAs shown in C). (C) Percentage of EGA patients with either IFN-γ 
or IL- 2 response (black) or no response (gray) against the indicated TAA. Overlay plots show the overlap of IFN-γ (green) and 
IL- 2 (red) response. (D) Percentages and proportion of EGA patients (n=20) without specific FluoroSpot response to one of the 
investigated 10 TAAs (white), simultaneous response to 1–4 TAAs (yellow) or≥5 TAAs (red). (E) Number of specific spots after 
coculture with TAA peptide pools. The absolute number of specific spots for IFN-γ and IL- 2 and the indicated TAAs are shown. 
(F) The amino acid sequence of each TAA was used to predict the number of high- affinity peptides (percentile rank, PR≤1) 
binding to the HLA genotype of each patient (n=41). When appropriate, mean±95% CI is shown. PBMCs, peripheral blood 
mononuclear cells.
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308.5±55.4, respectively). Interestingly, for these TAAs we 
detected only rare cellular responses (21.1% and 20.0%, 
respectively), while the TAAs with the smallest number 
of high- affinity peptides (CT83, 70.9±16.8 and survivin, 
42.0±10.0) showed high frequencies of cellular immune 
responses (47.4% and 68.4%, respectively) (figure 2C,F). 
We normalized the number of high- affinity peptides to 
control for the variable protein size (online supplemental 
table 2), which changed the ranking of TAAs. With this 
normalization, CT83 ranked second with higher numbers 
of predicted peptides per 100aa (online supplemental 
figure 2B). Central tolerance mediated by expression of 
a TAA on medullary thymic epithelial cells (mTECs) may 
also contribute to differences in immunogenicity. Expres-
sion of most TAAs included in this study on human mTECs 
is low, as determined by reanalysis of published data by 
Brennecke et al (online supplemental figure 2C).28

Tumor-specific antibodies are frequent, but co-occurrence 
with expression of the target gene and/or cellular immune 
response is rare
We performed a protein- bound bead assay to detect TAA- 
specific antibodies. 53.7% (22/41) of the analyzed sera 
of EGA patients contained antibodies against at least 
one of the 10 TAAs (1–4 TAAs in 21 samples and ≥5 
TAAs in one sample) (figure 3A–C). In serum samples 
of EGA patients, antibodies against all TAAs except for 
TTK were detected. Antibodies against NY- ESO- 1 (8/41) 
and CEP55 (7/41) were most frequent, while antibodies 
binding to PRAME, CT83 and Survivin where only detect-
able in 2/41 patients. The percentage of TAA- specific 
antibodies was similar in serum samples from healthy 
controls, but strong responses (fold change ≥10) were 
more frequent in EGA patients 17.1% (7/41) vs 4.2% 
(1/24) (figure 3C). When comparing the three different 
aspects of TAAs included in our analyses, expression of 
TAAs was most abundant, followed by T- cell responses 
and humoral responses (figure 3D). Expression by 
more than half of the EGA patients was found for all 
TAAs except for NY- ESO- 1 (12.2%) and TTK (48.8%), 
while strong cellular responses against Survivin (68.4%) 
and NY- ESO- 1 (52.6%) and the highest percentage of 
humoral responses was detected for NY- ESO- 1 (19.5%) 
and CEP55 (17.1%) (figure 3D). We did not observe clear 
correlations between immune response and expression 
of the different TAAs. For example, CEP55 showed strong 
expression but few cellular responses, while frequent 
cellular responses were detected for NY- ESO- 1 with only 
weak gene expression (figures 1A and 2C). Integration of 
gene expression, cellular and humoral immune response 
in 19 patients with complete datasets revealed co- oc-
currence of expression, humoral and cellular immune 
response was only observed in 15.8% (3/19) of patients. 
The overlap of expression with cellular and/or humoral 
immune response was 20.0% (38/190) of the possible 
combinations (figure 3E). Survivin showed the highest 
overlap of expression and cellular response (31.6%), 

while there was no overlap for NY- ESO- 1 (online supple-
mental figure 3A,B).

T-cell abundance in the tumor microenvironment is correlated 
to higher expression of TAAs and genes of the antigen-
presenting machinery
A strong immune infiltrate is associated with superior 
survival and response to immunotherapy in a variety of 
cancer types.29 30 We categorized the included tumor 
samples of EGA patients in immune- score (IS) high, 
intermediate and low using digital quantification of 
CD3 and CD8 T cells in the tumor microenvironment 
(figure 4A).31 32 These data were used to evaluate the 
impact of TAAs on T- cell abundance. In addition to 
expression of the target gene, appropriate processing and 
presentation of immunogenic peptides is needed for an 
effective T- cell response. Hence, we also included RNA 
expression analysis of 25 genes of the antigen- presenting 
machinery (APM) (figure 4B). In general, antigen 
presentation was increased in the tumor microenviron-
ment, as 14/25 (56.0%) genes associated with various 
steps of the APM were increased in tumors compared with 
normal tissue (online supplemental figure 4A). However, 
patient- specific analyses also revealed impaired expres-
sion of one or multiple APM genes (figure 4B). Genes 
of the HLA molecule (β−2M, HLA- A, HLA- B and HLA- 
C), the immuno- proteasome (LMP2, LMP7, LMP10) 
and genes involved in MHC loading (Tapasin, TAP1, 
TAP2) showed higher expression in patients with IS- high 
tumors (figure 4C and online supplemental figure 4B). 
Expression of APM- genes but also expression of TAAs was 
correlated to immune- cell abundance as 52.0% (13/25) 
of APM genes and 23.1% (6/26) of the TAAs were upreg-
ulated in IS- high patients, while non showed upregu-
lation in IS- low patients (figure 4D+E). In total, 23.1% 
(6/26) of the analyzed TAAs showed higher expression in 
IS- high patients (PBK, IGF2BP3, TTK, Survivin, CTAG2 
and PRAME, figure 4C,E).

Autologous CD40-activated B cells (CD40Bs) can be used to 
enhance or induce TAA-specific T cells, which are cytotoxic in 
vitro
To assess feasibility of induction or enhancement of 
specific T- cell responses to the 10 TAAs, we generated 
TAA- pulsed autologous CD40- activated B cells (CD40Bs) 
as antigen- presenting cells from PBMCs of EGA patients 
(EGA, n=3). These cells were coincubated with autol-
ogous T cells and each of the 10 peptide pools. T- cell 
receptor (TCR, CDR3ß) sequencing before and after 
expansion demonstrated clonal expansion of specific 
TCRs as indicated by a lower number of unique clono-
types in expanded T cells (before 476.3±51.6 vs expanded 
305.5±100.1, p=0.0274, figure 5A). Analysis of the distri-
bution of the ranked clones showed less diversity in the 
expanded samples with the most expanded clones (top 
20) accounting for 52.2% of the repertoire (figure 5B). 
Comparison of the repertoire of clones within each of 
the analyzed TAAs revealed that expansion using CD40Bs 

 on M
ay 22, 2023 by guest. P

rotected by copyright.
http://jitc.bm

j.com
/

J Im
m

unother C
ancer: first published as 10.1136/jitc-2022-005200 on 9 D

ecem
ber 2022. D

ow
nloaded from

 

https://dx.doi.org/10.1136/jitc-2022-005200
https://dx.doi.org/10.1136/jitc-2022-005200
https://dx.doi.org/10.1136/jitc-2022-005200
https://dx.doi.org/10.1136/jitc-2022-005200
https://dx.doi.org/10.1136/jitc-2022-005200
https://dx.doi.org/10.1136/jitc-2022-005200
https://dx.doi.org/10.1136/jitc-2022-005200
https://dx.doi.org/10.1136/jitc-2022-005200
https://dx.doi.org/10.1136/jitc-2022-005200
http://jitc.bmj.com/


7Thelen M, et al. J Immunother Cancer 2022;10:e005200. doi:10.1136/jitc-2022-005200

Open access

Figure 3 Tumor- specific antibodies are common, but co- occurrence with expression and/or cellular immune response is rare. 
Bead- bound proteins of tumor- associated antigens (TAAs) were used to detected antibodies against TAAs in patient sera (n=41). 
(A) Percentage of patients with antibody responses against at least one of the included TAAs (details of proteins and antibodies 
in online supplemental table 4). Bead- assay was performed in technical triplicates. The median fluorescence intensity (MFI) of 
sample- matched beads coupled with human serum albumin (HSA) was subtracted as unspecific background. (B) Percentages 
and proportions of esophago- gastric adenocarcinoma (EGA) patients (n=41) without specific antibody response to one of the 
investigated 10 TAAs (white), simultaneous response to 1–4 TAAs (yellow) or ≥5 TAAs (red). (C) Fold change was calculated 
by subtracting the twofold SD of HSA of healthy controls (HCs, n=24) and dividing by the MFI of the respective TAA in HCs. 
Samples with a fold change ≥2 were considered positive. Samples were categorized in weak (fold change≥2 and ≤5, yellow), 
medium (>5 and ≤10, orange), strong (>10, red) or no humoral response (<2, green). (D) Radarchart shows the percentage of 
patients with expression (yellow), humoral response (red) or cellular response (green). (E) The co- occurrence of expression, 
humoral response, and cellular responses to 10 TAAs (list of TAAs in C) was analyzed in patients with matched samples (n=19).
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Figure 4 T cell abundance in the tumor microenvironment is correlated to higher expression of tumor- associated antigens 
(TAAs) and genes of the antigen- presenting machinery. (A) CD3 and CD8 T- cell abundance in the tumor and invasive margin 
was used to generate an Immune- Score (IS) for each patient with esophago- gastric adenocarcinoma (EGA, n=41). Percentage 
of patients with high (IS- high, n=13), low (IS- low, n=13) or intermediate (IS- intermediate, n=15) Immune- Score is shown. 
(B) RNA expression of 25 genes associated with antigen presentation or processing was determined by NanoString. Fold 
change of each gene was calculated with patient- matched healthy tissue. Heatmap shows the fold change of the indicated 
gene for each patient individually. (C) Patient- specific fold change of the indicated genes associated with antigen presentation 
or absolute RNA expression of the indicated tumor- associated antigens in the tumor is shown for IS- low and IS- high patients. 
(D) Representative fold change of TAP1 in IS- low and IS- high patients is shown. Number of normally expressed (gray) or 
upregulated (black) genes associated with antigen presentation or processing in IS- low and IS- high patients. (E) Representative 
expression of PRAME in the tumor of IS- low and IS- high patients is shown. Number of normally expressed (gray) or upregulated 
(black) genes of TAAs in IS- low and IS- high patients. Significant differences calculated by nonparametric, unpaired and 
two- tailed Mann- Whitney test (C–E) or two- sided Fisher’s exact test (D and E) are indicated by asterisks. *p≤0.05, **p≤0.01, 
***p≥0.001, ****p≤0.0001. When appropriate, mean±95% CI is indicated.
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Figure 5 Autologous CD40- activated B cells (CD40Bs) can be used to enhance or induce TAA- specific T cells. T cells were 
expanded using autologous CD40- activated B cells (CD40Bs) and peptide pools of tumor- associated antigens (TAAs). DNA 
before and after expansion was isolated for T- cell receptor sequencing. (A) Unique clonotypes before and after expansion with 
TAA- pulsed CD40Bs. (B) Mean percentages of the top frequent TCR CDR3 aa sequences in PBMCs of three esophago- gastric 
adenocarcinoma (EGA) patients (n=3) before and after expansion with TAA- pulsed CD40Bs. (C) Representative plots showing 
copies per clonotype before and after expansion with the indicated peptide pools and autologous CD40Bs for one EGA patient. 
(D) Copies per clonotype before and after expansion with 10 TAAs simultaneously or with CD40Bs without peptide pools 
(Control). (E) TAA- specific interferon gamma (IFN-γ) secretion was assessed by FluoroSpot assay. Triplicates of peripheral blood 
mononuclear cells (PBMCs) and lymphocytes of a tumor- draining lymph node (TDLN) from an EGA patient were cocultured 
with peptide pools of the indicated TAAs. A peptide pool of Cytomegalovirus, Epstein- Barr virus, and influenza virus (CEF) was 
used as biological positive control, while antibodies against CD3 and CD28 were used as technical positive control. Median 
number of spots from triplicates without peptide was subtracted as background. Number of specific spots after coculture with 
the individual TAAs in a FluoroSpot assay are shown as heatmap. (F) Representative FluoroSpot plots after coculture without 
peptide ((-) peptides) and peptide pools for CT83 or PRAME. Significant differences calculated by parametric, paired, two- tailed 
t- test (A), or nonparametric, paired, two- tailed Wilcoxon test (C+D), are indicated by asterisks. *p≤0.05, **p≤0.01, ***p≥0.001, 
****p≤0.0001. When appropriate, mean±SD.
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in combination with TAAs induced highly clonal T- cell 
populations (online supplemental figure 5A). Analysis of 
the copy numbers per clonotype of the 20 most expanded 
clones confirmed the observed polyclonality. The increase 
in copy numbers per clonotype compared with the base-
line T- cell repertoire was significant for 7, 9 and 10 of 
the 10 TAA peptide pools in the three analyzed patients 
(representative results for one patient in figure 5C). Of 
note, expansion in a pooled approach containing all 
10 TAA peptide pools together also resulted in specific 
expansion of TCRs with a high clonal overlap to the indi-
vidual expansions. In contrast, coculture with CD40Bs 
without peptides (Control) showed no specific TCR 
expansion (figure 5D). To confirm their antigen speci-
ficity, we performed FluoroSpot analysis of expanded T 
cells. Since the number of PBMCs was limited, we used 
T cells isolated from a TDLN and all 10 TAAs pooled 
together for this additional T- cell expansion experiment. 
The FluoroSpot analyses was performed with the indi-
vidual peptide pools. We found an endogenous T- cell 
response to 5/10 (50.0%) TAAs (CEP55, CT83, MAGEA6, 
NY- ESO- 1 and survivin) in PBMCs, while lymphocytes 
isolated from a TDLN of the same patient showed only 
an endogenous response against CT83 (figure 5E). After 
coculture of TDLN- derived T cells with autologous TAA- 
pulsed CD40Bs, TAA- specific T- cell responses against all 
TAAs except for IGF2BP3 and TTK were detectable in 
FluoroSpot analysis (figure 5E,F).

To demonstrate cytotoxic activity of T cells expanded 
with TAA- pulsed autologous CD40Bs, we used the gastric 
adenocarcinoma cell line (OE19) as target. HLA geno-
typing of the OE19 cell line revealed homozygosity for 
HLA- A and HLA- C and a loss of HLA- B. Thus, an HLA- 
A*02:01- positive healthy donor was selected to reduce 
allogenic effects. As we found coexpression of multiple 
TAAs per patient and targeting multiple TAAs showed 
promising results in lymphoma20 and myeloma,21 we 
expanded T cells with CD40Bs and a peptide pool of 
CT83, MAGEA3, MAGEA6, NY- ESO- 1 and survivin. To 
validate specific expansion, we performed FluoroSpot 
analysis before and after expansion with and without 
peptides (figure 6A). NY- ESO- 1 showed the strongest 
endogenous response (83±13 spots) and the strongest 
response after expansion (251±81 spots). T cells expanded 
with CD40Bs but without peptides, showed no difference 
in FluoroSpot analysis compared with the endogenous 
response in PBMCs (figure 6B). In coculture experi-
ments with OE19, T cells expanded with TAA- pulsed 
CD40Bs showed increased activation (CD69+ %Tcells) at 
day 1 and day 3 (19.1%±1.9 and 19.6%±2.1, respectively), 
which was lower or absent when unexpanded PBMCs 
or T cells expanded with CD40Bs but without peptides 
where used (figure 6C). Results were similar for the secre-
tion of IFN-γ on coculture with OE19 cells (figure 6C). 
In addition to specific activation, T cells expanded with 
peptide pools of multiple TAAs and autologous CD40Bs 
exhibit antigen- specific tumor killing in vitro. This was 
reflected by increased expression of the tumor necrosis 

factor receptor 1 (TNF- R1) on tumor cells and increase 
of late apoptotic (Annexin V+PI+) OE19 cells after 3 days 
of coculture with TAA- expanded T cells (figure 6D).

DISCUSSION
Specific response to tumor- specific antigens (MANAs or 
TAAs) is a hallmark of cancer immunotherapy. As they 
are often shared between different individuals, TAAs 
(especially cancer testis antigens) are important targets 
for various immunotherapy approaches. Our study thor-
oughly characterizes 10 of the most important TAAs 
in EGA, integrating gene expression with cellular and 
humoral TAA- specific immune responses. We highlight 
that expression of TAAs as well as TAA- specific cellular 
and/or humoral immune responses are present in the 
majority of EGA patients, but these three different aspects 
rarely overlap in one individual.

We identified a set of 10 TAAs, which were expressed 
in tumor samples of a large fraction of our cohort with 
a strong difference compared with matched normal 
mucosa. Expression levels and interestingly also the 
observed patterns of coexpression were similar in data 
from 505 patients from the TCGA database. In a compre-
hensive analysis of cancer cell lines from different origins 
(prostate, breast, non- small cell lung cancer (NSCLC), 
sarcoma, melanoma and ovarian), Maxfield et al also 
described frequent coexpression of multiple TAAs.33 
Co- occurrence of multiple TAAs has also been described 
in primary tumor samples for various types of solid 
cancer such as hepatocellular carcinoma (HCC)34 35 or 
NSCLC.36 Epigenetic mechanisms and key transcrip-
tion factors underlying the coregulation of these clus-
ters are poorly understood. In colorectal cancer, Kutilin 
observed that changes in the expression pattern of TAAs 
(eg, BAGE; SSX2 and PRAME1) was correlated with the 
activity of specific DNA methyltransferases (DNMT3A 
and DNMT3B).37 Regulation of TAA- expression by such 
epigenetic modifications could represent important 
mechanisms of antigen- escape which are shared across 
different types of cancer.38 The most relevant TAAs seem 
to differ between cancer types as observed in cross- cancer 
analyses using a proteomic approach.39 The observed 
stage- dependent differences of TAA- expression and 
an increased expression of TAAs in tumors with high 
T- cell infiltrates may be correlates of reciprocal shaping 
between tumor cells and immune response.40–42 In line 
with our results, KK- LC- 1 (CT83) showed a higher expres-
sion in early gastric cancer.40 ujita et al found higher RNA 
and protein expression of NY- ESO- 1 in advanced stages 
of esophageal squamous cell carcinoma, which also has a 
different mutational landscape than EGA.43 44

Seventy- five per cent of the patients included in our 
study showed a cellular response against at least one of the 
included 10 TAAs. Comparably high frequencies of TAA- 
specific T cells in PBMCs have been described for patients 
with HCC,45 melanoma46 47 or NSCLC.48 T- cell abundance 
is often used as a surrogate for immunogenicity and is 
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Figure 6 T cells expanded with autologous TAA- pulsed CD40- activated B cells (CD40Bs) show cytotoxic capacities in vitro. 
T cells of a donor were cocultured with autologous CD40Bs and peptide pools of tumor- associated antigens (TAAs, NY- ESO- 1, 
CT83, MAGEA3, MAGEA6). (A) Representative plots of a FluoroSpot assay. Plots of the endogenous response in peripheral 
blood mononuclear cells (Endogenous PBMCs), PBMCs expanded with autologous CD40Bs without (CD40Bs wo PP) and 
with (CD40Bs+PP) peptide pools of TAAs (PP, NY- ESO- 1, CT83, MAGEA3, MAGEA6, survivin) are shown for one donor from 
three independent experiments. (B)A number of specific interferon gamma (IFN-γ) spots per 2×105 cells in FluoroSpot analysis 
are shown for PBMCs before expansion (gray) and after expansion with autologous CD40Bs without (blue) and with (green) 
the indicated peptide pool. (C) OE19 cells were cocultured with PBMCs (gray) or PBMCs containing T cells expanded without 
(blue) or with (green) TAA- pulsed autologous CD40Bs. Representative FACS plots showing T- cell activation (CD69+ expression) 
after 3 days of coculture with PBMCs (Endogenous) or PBMCs containing TAA- expanded T cells (Expanded) are shown. CD69 
expression by T cells (CD69+%Tcells) and interferon gamma (IFN-γ) secretion by cytotoxic T cells (IFN-γ+%CD8Tcells) is shown 
for day 1 and day 3 of coculture. (D) Representative FACS plots showing OE19 apoptosis (tumor necrosis factor receptor 1, 
TNF- R1) after 3 days of coculture with PBMCs (Endogenous) or PBMCs containing TAA- expanded T cells. TNF- R1 expression 
on OE19 cells and percentage of late apoptotic (AnnexinV+PI+) OE19 cells is shown for day 1 and day 3 of coculture. Results 
from three independent experiments are shown (B–D). Significant differences calculated by two- way ANOVA (B) or one- way 
ANOVA test (C and D) for day 1 or day 3 of the coculture followed by Tukey’s post hoc test to correct for multiple comparison 
are indicated by asterisks. *p≤0.05, **p≤0.01, ***p≥0.001, ****p≤0.0001. When appropriate, mean±SD is indicated. ANOVA, 
analysis of variance.
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related to prognosis, risk of recurrence and suscepti-
bility to immunotherapy.49 50 Expression of 6/26 TAAs 
was higher in T cell rich tumors, but T- cell abundance 
appeared to be more related to expression of genes asso-
ciated with antigen- presentation. A low or absent correla-
tion between T- cell abundance and expression of TAAs 
was also described in other cancer types.51–53 Consistent 
with the frequent coexpression of multiple TAAs in our 
cohort, combined T- cell responses to more than one 
TAA were also commonly detected. A similar fraction of 
patients with combined responses has been described in 
NSCLC.48

68.4% of the patients showed a cellular response against 
Survivin while responses to other TAAs (eg, CEP55 or 
TTK) were detected in less than 25% of patients. Previous 
publications described endogenous T cell responses to 
Survivin in 63.6%, 50.0% and 23.1% of analyzed patients 
with melanoma, breast cancer and lung cancer, respec-
tively.54 55 52.6% of patients in our study showed endog-
enous NY- ESO- 1 specific T cell responses compared with 
31.3% described for melanoma and 26.1% described for 
NSCLC.47 48 The different frequencies can be cancer- 
dependent, but also patient- derived or assay- dependent. 
Most studies used selected HLA- 02:01 specific polypep-
tides, whereas we applied peptide pools spanning the 
whole TAA sequence. We combined HLA- genotyping of 
our cohort with in- silico prediction of HLA- binding affin-
ities to evaluate the role of differential immunogenicity 
of included TAAs. In addition to an expected correlation 
between protein size and the absolute number of high- 
affinity peptides, we also observed protein- related differ-
ences. For example, CT83 was among the proteins with the 
highest number of high- affinity peptides per 100 amino 
acids after normalizing for the protein length. Posttran-
scriptional modifications may also contribute to differ-
ences regarding immunogenicity of the different TAAs 
and merit further investigation. These additional studies 
should also consider expression of a TAA of interest on 
mTEC, which may lead to central tolerance. Cancer testis 
antigens appear as the most promising group of TAAs, as 
they are often not expressed on mTEC.56 57 For example, 
p53- specific T cells undergo negative selection because 
of expression on mTEC whereas NY- ESO- 1- specific T 
cells are often not depleted.58 Expression of cancer testis 
antigens on mTEC needs further investigation, but avail-
able data from bulk gene expression and single- cell tran-
scriptomic analyses suggest low expression of the TAAs 
included in our analyses.28 57 Binding affinity of endoge-
nous TAA- specific T cells can be low and may be improved 
by application of recombinant high- affinity TCRs identi-
fied by in vivo stimulation of antigen- negative animals.59

In addition to direct ex vivo analyses of T- cell responses, 
which were detected in majority of patients (75.0%), we 
demonstrate expansion of TAA- specific T cells using 
CD40- activated B cells (CD40Bs). Schultze et al intro-
duced in vitro generated CD40Bs as an alternative source 
of highly efficient antigen presenting cells for the gener-
ation of autologous antigen- specific T cells for adoptive 

immunotherapy in various settings.60 61 In this combi-
nation of specific expansion and TCR sequencing, we 
mostly observed expansion of multiple CDR3 sequences 
suggesting polyclonal T- cell responses. Importantly, 
tumor- specific T cells expanded with CD40Bs also 
induced tumor- specific cytotoxicity in vitro.

Presence of specific antibodies often improves immune 
responses against infection or cancer.62 63 Despite contro-
versies regarding the intracellular (cytosolic) localiza-
tion of most TAAs, antibody responses to a variety of 
TAAs have been described.64 For example, antibodies 
binding NY- ESO- 1, a cytosolic antigen originally identi-
fied in esophageal cancer, were found to correlate with 
NY- ESO- 1 expression of tumors and also with response 
to anti- CTLA- 4 treatment in melanoma.64–66 We found a 
humoral response against at least one of the 10 included 
TAAs in 53.7% of patients, but these responses were 
also present in healthy controls. This may be a result of 
previous expression of the target in these individuals or 
cross- reactivity. Co- occurrence of cellular and humoral 
immune response is poorly described in cancer. In mela-
noma, combined responses are comparably rare to EGA.47 
In this study, T cell responses were stronger for CD8+ T 
cells. Cellular responses in IFN-γ EliSpot or FluoroSpot 
assays can be derived from CD4+ and CD8+ T cells and 
this should be considered whenever possible. However, 
combined cellular and humoral immune responses 
correlate with superior prognosis of melanoma patients 
treated with immune checkpoint inhibition.66

Cellular therapies such as adoptive T- cell transfer or 
CAR T- cell therapy targeting a single TAA (eg, Melan- A) 
showed only limited efficacy due to loss or downregulation 
of target expression.16 19 Recent multitarget approaches in 
lymphoma and multiple myeloma showed durable clinical 
effects and renewed the interest in TAAs.20 21 For example, 
combined targeting of five different TAAs (PRAME, SSX2, 
MAGEA4, SURVIVIN and NY- ESO- 1) with antigen- specific 
autologous T cells was highly effective in lymphoma.20 
We demonstrate feasibility of combined expansion of 
T cells reactive to multiple TAAs using CD40B cells as 
a broadly applicable and autologous source of antigen- 
presenting cells. Hence, combined targeting of multiple 
TAAs appears promising also in EGA. However, tumor- 
specific T- cell response is only one crucial aspect, and 
our study highlights that co- occurrence of expression of 
the target gene, cellular and humoral immune response 
is rare. This suggests immune escape rather than a lack 
of endogenous immune response as mechanism under-
lying resistance of EGA to immunotherapy. Targeting of 
epigenetic mechanisms leading to loss of antigenicity of 
TAAs appears highly promising and may further enhance 
susceptibility of EGA to immunotherapy.
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Supplementary Materials and Methods 

 

Peripheral blood mononuclear cells and tissue specimens 

Blood was collected in K3/EDTA S-Monovette® (Sarstedt, Germany) tubes. Peripheral blood 

mononuclear cells (PBMCs) were isolated by Pancoll density-gradient centrifugation (PAN-Biotech, 

Germany). Fresh tumor-draining lymph nodes (TDLNs) were collected immediately after surgery and 

processed mechanically (gentleMACSDissociator, Miltenyi Biotech, Germany) and enzymatically (320 

U/mL collagenase IV, Worthington USA and 100 U/mL DNAse-I, Applichem, Germany) in C-tubes 

(Miltenyi, Germany) at 37°C for 40 minutes to obtain a single-cell suspension containing lymphocytes. 

During incubation, the human tumor programs predefined on the gentlMACS were used. Suspensions 

were filtered with a 100 µm and a 70 µm cell strainer (Corning, USA). A maximum of 5-10x106 PBMCs 

or TDLN lymphocytes per 2.0 mL CryoPure tube (Sarstedt, Germany) were resuspended in fetal bovine 

serum (FBS, PAN-Biotech) supplemented with 10% dimethyl sulfoxide and immediately transferred to 

a controlled-rate freezing container (Nalgene, “Mr.Frosty”, USA). The samples were stored overnight at 

-80°C. The frozen vials were then transferred to liquid nitrogen until further analysis. 

Digital pathology 

The abundance of T cells (CD3 and CD8) was assessed using high-resolution scans of formalin-fixed 

paraffin-embedded (FFPE) sections covering the tumor and adjacent healthy tissue (20X objective, 

Leica SCN400 slide scanner). The sections were stained on a Leica BOND-MAX platform according to 

the manufacturer’s instructions (antibodies and staining conditions in Table S4). The tumor front was 

delineated by an experienced pathologist (AQ) on digital scans, and positive cells of the center of the 

tumor (CT) and the invasive margin (IM) were automatically reported per mm2 by a custom pipeline in 

QuPath v0.2.0-m8 software. The IM was defined as an area of 350 µm ranging 50 µm from the tumor 

BMJ Publishing Group Limited (BMJ) disclaims all liability and responsibility arising from any reliance
Supplemental material placed on this supplemental material which has been supplied by the author(s) J Immunother Cancer

 doi: 10.1136/jitc-2022-005200:e005200. 10 2022;J Immunother Cancer, et al. Thelen M



Immune responses against shared antigens in esophago-gastric cancer 
 

Thelen et al. 2 

front to the CT and 300 µm to the adjacent healthy tissue. The CT included the whole tumor section 

except the first 50 µm adjacent to the tumor front. The counting accuracy was verified by reviewing all 

slides. The Immune-Score was generated as published by Galon et al.[1]. Using the median CD3+ or 

CD8+ cell count of the cohort (n=41) as cut-off value, samples were classified as CD3high or CD3low and 

CD8high or CD8low. Finally, patients were classified as IS0-IS4 based on their CD3+ and CD8+ cell 

infiltration in IM and CT. The subgroups IS0-I were termed “Immune-Score low” and IS3-4 “Immune-

Score high”, while IS2 was termed “Immune-Score intermediate”. 

FluoroSpot assay 

After thawing, PBMCs were allowed to rest for 1 hour at 37°C in RPMI supplemented with 20% FBS. 

Triplicates of 2x105 PBMCs per well were co-cultured with and without peptide pools of tumor-associated 

antigens (TAAs, 1 µg of each peptide/mL, detailed list of peptide pools in Table S2) on pre-coated anti-

human interferon gamma (IFN-g) and interleukin 2 (IL-2) FluoroSpot plates (Mabtech, Sweden) for 20 

hours. The TAAs were selected based on literature and publicly available databases for protein and 

RNA expression (proteinatlas.org and gepia2.cancer-pku.cn, respectively). The FluoroSpot assay was 

performed in RPMI medium supplemented with 10% FBS and 0.1 µg/mL anti-CD28 antibody (Mabtech, 

Sweden). An anti-CD3 antibody (1:1000, Mabtech, Sweden) and a peptide-pool of cytomegalovirus, 

Epstein-Barr virus, and Influenza virus (1 µg per peptide/mL CEF, Peptides&Elephants, Germany) were 

used as technical and biological positive controls, respectively. For detection, fluorochrome labelled 

antibodies (anti-BAM-490, SA-550) were used to visualize IFN-g and IL-2 cytokine secretion according 

to the manufacture’s protocol (Mabtech, Sweden). Specific spot detection was performed on an AID 

iSpot Spectrum Reader (AID, Germany). The median of the spots of the negative control triplicate 

(PBMCs co-cultured with anti-CD28 only) was subtracted from the median of PBMCs co-cultured with 

the peptide-pool of interest. Patients who showed ≥10 specific spots per 2x105 PBMCs were counted 

as responder to the respective peptide-pool. All patients showed a minimum of 50 specific spots in the 

technical positive control (PBMCs co-cultured with anti-CD28 and anti-CD3). 

RNA isolation and NanoString 

Formalin-fixed paraffin-embedded (FFPE) tumor blocks of 41 treatment-naïve esophago-gastric 

adenocarcinoma patients and patient-matched blocks of normal tissue from the aboral resection front 

were selected for RNA isolation. The tumor was delineated, and healthy tissue was verified on 

hematoxylin-eosin staining by an experienced pathologist (AQ). Tissue was scaped with a scalpel from 

10 µm thick FFPE sections and RNA was isolated using the Maxwell® RSC RNA FFPE Kit according to 
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the manufacturer’s instructions (Promega, USA). RNA purity was checked using a Nano-Drop™ 2000c 

spectrophotometer (Thermo Fisher, USA). 250 ng of RNA was hybridized with a customized code-set 

of 57 genes using a T100 Thermal Cycler (Bio-Rad, USA) for 20 hours at 65°C (lid 70°C) according to 

the manufacture’s protocol (NanoString, USA). For detailed information on the customized code-set, 

see Table S3. The RNA count was normalized to 6 housekeeper genes and the internal technical 

positive and negative controls of each hybridization to correct for possible batch and assay variation. 

Fold changes were calculated individually for each patient based on the RNA count of each tumor and 

the patient-matched healthy tissue. 

Generation of antigen presenting B cells and TAA-specific T-cell expansion 

Antigen-presenting B cells (CD40Bs) were generated from T cell depleted PBMCs. 1x106/mL T cell 

depleted PBMCs were seeded in 1 mL CD40B-medium in a 24-well plate (Corning, USA). For CD40B-

medium, IMDM medium (Thermo Fisher, USA) was supplemented with L-Glutamine (4mM), Hepes 

(25mM), 10% AB-human serum, 5 µg/mL insulin (Novo Nordisk, Denmark) 50 µg/mL holo-transferrin 

and 1% penicillin/streptomycin. 50 U/mL recombinant human IL-4 was added freshly to the CD40B-

medium. For B-cell activation, the human CD40-Ligand Multimer Kit (Miltenyi, Germany) was used. 1 

µg/mL Human CD40-Ligand were mixed with 2.5 µg/mL cross-linking antibody and pre-incubated for 30 

minutes at room temperature. PBMCs were cultured for 5 days at 37°C before replacing half the medium 

with fresh CD40B-medium. At day 7 of culture, cells were harvested, counted, and seeded in 4 mL of 

fresh supplemented CD40B-medium in a 6 well plate (Corning, USA). A maximum of 5-10x106 CD40Bs 

per 2.0 mL CryoPure tube (Sarstedt, Germany) were resuspended in FBS supplemented with 10% 

DMSO and immediately transferred to a controlled-rate freezing container (Nalgene, “Mr.Frosty”, USA) 

and stored overnight at -80°C. Frozen vials were then transferred to liquid nitrogen until further usage. 

For each experiment, CD40Bs from day 10 were thawed and re-cultured for additional 4 days as 

described. CD40Bs after 14 days of expansion were irradiated at 26 Gy for 8 minutes and used for TAA-

specific T-cell expansion. 

T cells were isolated from PBMCs using the immunomagnetic EasySep™ human CD3 Positive 

Selection Kit II (StemCell, USA). A maximum of 5x106 T cells per 2.0 mL CryoPure tube (Sarstedt, 

Germany) were resuspended in FBS supplemented with 10% DMSO and immediately transferred to a 

controlled-rate freezing container (Nalgene, “Mr.Frosty”, USA) and stored overnight at -80°C. Frozen 

vials were then transferred to liquid nitrogen until further usage. After thawing, T cells were allowed to 

rest for 1 hour at 37°C in RPMI supplemented with 20% FBS. Irradiated CD40B cells and T cells were 
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mixed in a 1:1 ratio in RPMI medium containing 10% FBS at a density of 2x106 cell/mL. For T-cell 

repertoire analysis 125 µL of each cell suspension was plated in a 96-well plate (BRAND, Germany) 

and were individually stimulated with each of the 10 TAAs in RPMI medium containing 10% FBS (1 

µg/mL per peptide pool). For FluoroSpot and cytotoxic assay 500 µL of each cell suspension were plated 

in a 24-well plate (Corning, USA) and 50 µL RPMI medium containing 10% FBS and supplemented with 

1 µg per peptide pool/mL was added for TAA specific T-cell expansion. At day 3, 100 µL or 500 µL of 

fresh RPMI medium supplemented with 10% FBS, IL-2 (50 U/mL), IL-7 (25 ng/mL) and IL-15 (25 ng/mL) 

(Immunotools, Germany) was added to the to the 96-well plate or the 24-well plate respectively. At day 

7 of expansion half of the medium was replaced by fresh RPMI medium supplemented with 10% FBS, 

IL-2 (100 U/mL), IL-7 (25 ng/mL) and IL-15 (25 ng/mL) (Immunotools, Germany). At day 9, expanded T 

cells were harvested and washed twice with PBS to remove cytokines. T cells expanded without peptide 

pools but in the presence of cytokines were used as negative control. On day 10 of expansion, the T 

cell were used for FluoroSpot analyses, T cell sequencing or cytotoxic assays. 

Cytotoxicity assay with OE19 cells and flow cytometry 

PBMCs with/without T cells previously expanded with autologous TAA-pulsed CD40-activated B cells 

were co-cultured with the esophago-gastric adenocarcinoma cell line OE19. 1x105 OE19 cells were 

cultured in a 1:1 ratio with PBMCs or PBMCs in which T cells had been depleted by positive selection 

and replaced with 7.5x104 TAA-expanded T cells (NY-ESO-1, CT83, MAGEA3, MAGEA6 and Survivin). 

After 1- and 3 days of co-culture, cells were harvested and used for flow cytometry. 2x105 cells were 

transferred to a 96-well U-bottom plate for flow cytometry. Cells were stained with a live/dead dye to 

exclude dead cells. Interferon-gamma (IFN-g) was stained with the Cyto-Fast™ Fix/Perm buffer set 

(Biolegend, USA) according to the manufacturer’s instructions. Annexin V/PI and TNF-R1 staining was 

performed using the FITC Annexin V Detection kit (Biolegend, USA) and a PE anti-human CD120a 

(TNF-R1) antibody to detect apoptotic cells[2–5]. Details of the antibodies are given in Table S4. 

HLA genotyping 

For patients with available PBMCs (n=41), HLA genotyping was performed with Illumina’s NGS method 

using an in-house kit accredited by the German accreditation body Deutsche Akkreditierungsstelle 

GmbH (DAkkS) and the commission of Experts for Research and Innovation (Expertenkommission 

Forschung und Innovation, EFI). In brief, initial PCR amplification was performed using in-house PCR 

primers in combination with the GoTag Long PCR Master Mix from Promega (Wisconsin, USA). Library 

preparation reagents from NEBNext Ultra II DNA Library Prep Kit (New England Biolabs, USA) were 
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handled according to the manufacturer's instructions. Index PCR was performed with the CE-certified 

NGSgo®-IndX Indices & Adapters Illumina Set A+B (GenDx, The Netherlands). Purification and 

fragment size selection was performed using AMPure XP beads (Beckman Coulter, USA). Before 

sequencing, the library was quantified on the StepOnePlus qPCR device (Applied Biosystems, USA) 

with the KAPA Library Quantification Kit (Roche, Switzerland). Sequencing was performed on the 

Illumina MiSeq (Illumina, USA) on a standard flow cell using the 500v2 chemistry. Sequences were 

analyzed with NGSengine v2.19 with implemented IMGT 3.37.0 database.  

T-cell receptor repertoire (TCR) 

DNA was isolated from 1-2x105 T cells before and after T-cell expansion with individual TAA-peptide 

pools using the DNA Gentra Puregene Cell and Tissue Kit (Qiagen, Netherlands). Amplicon TRB-VJ 

next-generation sequencing of baseline and expanded T cells was performed as described previously 

in the EuroClonality-NGS assay[6]. Briefly, library preparation was done using two separate multiplex 

PCR reactions with initial formation of incomplete TRBD–TRBJ re-arrangements followed by complete 

TRBV–TRBJ re-arrangements. Each sample was spiked with a known copy number of reference 

sequences to enable correction of sequencing reads to cell copies[7]. The amount of analyzed DNA 

differed among samples, resulting in an average of 47.3ng per sample (range of 4-98.6ng/sample); this 

has been considered when normalizing to cell copies. Samples were sequenced on the Illumina MiSeq 

employing 2×250 v2 sequencing kit with a mean coverage of 23206.9 reads (range 634.4-140425.6 

reads). Samples from a single patient were never sequenced within the same sequencing run to prevent 

contaminations. Fastq files were analyzed with the ARResT/Interrogate immunoprofiler 

(arrest.tools/interrogate)[8]. 

Detection of antibodies against tumor-associated antigens in serum 

Proteins of tumor-associated antigens (TAAs) were coupled to magnetic carboxylated polystyrene 

microparticles (MagPlex® Microspheres, Luminex, USA). Beads coupled with the Epstein-Barr Virus 

Nuclear Antigen 1 protein (EBNA-1, biological positive control) or with human serum albumin (HSA, 

biological negative control) served as controls. For coupling validation, commercially available 

antibodies against the TAAs of interest were used in titration experiments (see Table S4 for a detailed 

list of proteins and antibodies). Bead activation was performed in a 0.1 M 2-(N-

morpholino)ethanesulfonic acid (MES) buffer at pH 6.2 containing 50 mg/mL N-Hydroxysulfosuccinimid 

(Sigma-Aldrich, USA) and 50 mg/mL 1-ethyl-3-(3-dimethylaminopropyl) carbodiimide hydrochloride 

(Thermo Scientific, USA) for 20 minutes at room temperature (RT) on a shaker (1000 rpm). After 

BMJ Publishing Group Limited (BMJ) disclaims all liability and responsibility arising from any reliance
Supplemental material placed on this supplemental material which has been supplied by the author(s) J Immunother Cancer

 doi: 10.1136/jitc-2022-005200:e005200. 10 2022;J Immunother Cancer, et al. Thelen M



Immune responses against shared antigens in esophago-gastric cancer 
 

Thelen et al. 6 

washing, beads were resuspended in 0.1 M MES buffer and protein was added. For each protein a 

uniquely coded bead region was used and a maximum of five bead regions were analyzed in the same 

assay. (Set1: MAGEA3, NY-ESO-1, PBK, Survivin and CEP55; Set2: IGF2BP3, MAGEA6, TTK, 

PRAME and CT83; Set3: EBNA1, HSA, BSA). Protein coupling was performed for 2 hours at RT on a 

shaker (1000 rpm). After coupling, beads were washed and blocked in PBS supplemented with 1% BSA 

and 0.05% NaN3 for 30 minutes at RT on a shaker (1000 rpm). 1x103 beads of each protein set (Set1, 

Set2 or Set3) were added to separate wells of a 96-well flat bottom plate (BRAND, Germany). Serum 

was added at a dilution of 1:200 and incubated for 1 hour at RT on a shaker (800 rpm). For detection, 

the beads were incubated with a biotinylated detection antibody (rabbit anti-human IgG, goat anti-mouse 

IgG, OriGene; goat anti-rabbit IgG, abcam) and a streptavidin-PE antibody (Biolegend, USA) for 30 

minutes at RT on a shaker (800 rpm). Median Fluorescence Intensity (MFI) was determined on a 

Cytoflex LX (Beckman Coulter, USA) flow cytometer. The patient-matched MFI of beads coupled with 

human serum albumin (HSA) was subtracted as unspecific background. The fold-change was calculated 

by subtracting the two-fold standard deviation of HSA of healthy controls (HCs, n=24) and dividing by 

the MFI of the respective TAA in HCs. Patients with a fold ≥2 were classified as responders. 

Software and TCGA data 

Euler plots (eulerr package v6.1.1), radarcharts (fmsb v0.7.1), and volcano plot (rstatix v0.7.0 and 

ggplot2 v3.3.5) were generated in in R v4.0.3 and RStudio v1.4.1103. Hierarchical clustering and 

similarity matrix was generated using MORPHEUS (Morpheus, 

https://software.broadinstitute.org/morpheus). Normalized TPM (transcripts per million) values by 

RSEM (RNA-Seq by Expectation-Maximization)[9] from 505 patients were downloaded from 

cBioPortal[10,11] for the stomach adenocarcinoma (TCGA, Firehose Legacy) and esophageal 

carcinoma (TCGA, Firehose Legacy) datasets. Assay of Transposase Accessible Chromatin 

sequencing (ATAC-seq) data from human medullary thymic epithelial cells (mTECs) were downloaded 

from Brennecke et al.[12] (https://www.ebi.ac.uk/biostudies/arrayexpress/studies/E-MTAB-3624). 

FluoroSpot assay was analyzed with the EliReader software. FACS data were analyzed using Kaluza 

v2.1 (Beckman Coulter, USA). 
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Supplementary Figures 

 

Supplementary Figure 1 Expression of tumor-associated antigens in esophago-gastric 

adenocarcinoma. (A) RNA expression was obtained from TCGA (The Cancer Genome Atlas) data. 
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RNA-Seq by Expectation Maximization (RSEM) values are shown for 505 patients with esophago-

gastric adenocarcinoma. Error bars denote the mean with 95% confidence interval. (B) Hierarchical 

clustering of TAAs was performed by one minus Pearson correlation with average linkage (n=505). 
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Supplementary Figure 2 FluoroSpot responses and thymic expression of tumor-associated 

antigens (TAAs). T-cell responses against tumor associated antigens (TAAs) were assessed by 

FluoroSpot analysis. (A) T-cell responses against TAAs in peripheral blood mononuclear cells (PBMCs) 

Supplementary Figure 2
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of esophago-gastric adenocarcinoma patients (EGA) and healthy controls (HC). (B) The percentile rank 

was calculated in-silico using the patient-specific HLA genotype and the TAA-protein sequences. The 

number of peptides with a percentile rank (PR) ≤ 1 was normalized to 100 amino acids (aa) of the 

respective protein. (C) Assay of Transposase Accessible Chromatin sequencing (ATAC Sequencing) 

data from human medullary thymic epithelial cells (mTECs) were downloaded from Brennecke et al.[12]. 

The TAAs selected for analysis of T cell responses in this study are highlighted in red. Significant 

differences calculated by (A) two-sided Fisher’s exact text are indicated by asterisks. ****p<0.0001. Error 

bars denote the median with 95% confidence interval. 

 

 

Supplementary Figure 3 Co-occurrence of expression, humoral and cellular immune response 

of tumor-associated antigens (TAAs). (A) TAA-expression was determined by NanoString analyses, 

the humoral responses against TAAs by protein-bound bead assay and the cellular response against 

TAAs by FluoroSpot analyses. The expression and the responses in these analyses are shown for the 

indicated TAAs in percent of patients. Patients with matched data for expression, humoral and cellular 

response are shown (n=19). (B) The percentage overlap for each TAA is shown for patients with 

matched data of expression, humoral and cellular response. 
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Supplementary Figure 4 Expression of genes associated with antigen presentation are increased 

in the tumor microenvironment and patients with high T-cell abundance. Expression of 25 genes 

associated with antigen presentation (list of genes in Fig. 4B) were accessed by NanoString assay. (A) 

Volcano plot shows log2 fold change and -log10 p-value between tumor and patient-matched healthy 

tissue (n=41). Genes with significant differences in expression, are shown in red (upregulated) or blue 

(downregulated). Dotted line indicates a fold change of 2 and a p-value of 0.05. (B) Expression of the 

indicated genes associated with antigen presentation in Immune-Score low (n=13) and Immune-Score 
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high (n=13) patients is shown. Significant differences calculated by two-sided t-test and false discovery 

rate (FDR) to correct for multiple comparison (A) or nonparametric, unpaired and two-tailed Mann-

Whitney test (B) are indicated by asterisks. *p≤0.05, **p≤0.01, ***p≥0.001, ****p≤0.0001. When 

appropriate, mean ± 95% confidence interval is indicated. 

 

Supplementary Figure 5 Autologous CD40-activated B cells (CD40Bs) can be used for antigen-

specific T-cell expansion. T cells were expanded using autologous CD40-activated B cells (CD40Bs) 

and peptide pools of tumor-associated antigens. DNA before and after expansion with the individual 
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peptide pools was isolated for T-cell receptor sequencing. (A) Visualization of clone abundance by clone 

rank (based on nucleotide CDR3 sequence). Percentages of the top frequent T-cell clones before and 

after expansion with the indicated TAA peptide pools are show for three EGA patients. The color 

represents the clone rank, with dark blue representing the top 20 most abundant clones and light blue 

or grey the very rare ones. The upper plot corresponds to the representative patient shown in Fig. 5C. 

 

 

Supplementary Table 1 Patient characteristics. 

Supplementary Table 1 
  

Esophago-gastric adenocarcinoma (n=41) 

  n (%) mean  range SD 

Age   71 26-90 13.6 

Female 13 (31.7%) 69 26-90 18.6 

Male 28 (68.3%) 72 43-85 10.8 

Siewer-Stein Classification 

  n %     

AEG type I 9 22%     

AEG type II 11 27%     

AEG type III 3 7%     

Gastric 18 44%     

Pathological Tumor  

1 7 17%     

2 4 10%     

3 22 54%     

4 8 20%     

Pathological Node 

x 0 0%     

0 9 22%     

1 14 34%     

2 10 24%     

3 8 20%     

Pathological Metastasis 

Yes 3 7%     

No 38 93%     

Grading 

1 0 0%     

2 15 37%     

3 26 63%     

UICC 

I  5 12%     

II 9 22%     

III 20 49%     

IV 7 17%     

Residual Tumor Status 

R0 38 93%     

R1 3 7%     

R2 0 0%     

Type of Surgery 

Esophagectomy 18 44%     

Gastrectomy 18 44%     

transhiatal-extended 

gastrectomy 
5 12%     

Healthy Controls (n=24) 

  n (%) mean  range SD 

Age   58 30-75 10.0 

Female 12 (50.0%) 59 43-75 9.5 

Male 12 (50.0%) 56 30-66 10.6 
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Supplementary Table 2 Details of peptide pools. Details of peptide pools used for FluoroSpot and T-

cell expansion. 

 

Supplementary Table 3 Details of customized NanoString code-set. Details of NanoString code-set 

used for RNA expression analysis. 

 

Supplementary Table 4 Details of proteins and antibodies. Details of the proteins and antibodies 

used for the bead-bound protein assay, flow cytometry and immunohistochemistry. 

Supplementary Table 2 

Peptide Pools 

Product Uniprot ID Number of individual peptides Protein Size Company Catalogue 

BIRC5 (Survivin) O15392 33 142 aa peptides&elephants LB01349 

CEP55 Q53EZ4 114 464 aa peptides&elephants LB01751 

CEF (advanced)  32  peptides&elephants LB01359 

CT83 Q5H943 26 113 aa peptides&elephants LB01673 

IGF2BP3 O00425 142 579 aa peptides&elephants LB01757 

MAGEA3 P43357 76 314 aa peptides&elephants LB01403 

MAGEA6 P43360 76 314 aa peptides&elephants LB01749 

NY-ESO-1 P78358 43 180 aa peptides&elephants LB01362 

PBK Q96KB5 78 322 aa peptides&elephants LB01750 

PRAME P78395 125 509 aa peptides&elephants LB01686 

TTK P33981 212 857 aa peptides&elephants LB01756 

Supplementary Table 4 

Protein-bound bead assay 

Protein UniProtKB Protein Size Fragment Host Company Catalogue 

CEP55 Q53EZ4 464 aa Gln189-Lys464 E.coli abbexa abx650950 

CT83 Q5H943 113 aa Full-length protein E.coli CUSABio CSB-EP711093HU 

EBNA1   Active protein E.coli Antibodies online ABIN2128994 

IGF2BP3 O00425 579 aa Asn2-Lys579 E.coli LSBio LS-G26548 

MAGEA3 P43357 314 aa Full-length protein E.coli Origene TP760885 

MAGEA6 P43360 314 aa Full-length protein E.coli biorbyt orb624019 

NY-ESO-1 P78358 180 aa Full-length protein HEK293T Origene TP313318 

PBK Q96KB5 322 aa Full-length protein E.coli Origene AR50262PU-S 

PRAME P78395 509 aa Full-length protein E.coli Origene TP760913 

Survivin O15392 142 aa Full-length protein E.coli NA NA 

TTK P33981 857 aa Full-length protein HEK293T Origene TP300093 

Antibody  Clone Immunogen Host Company Catalogue 

anti-CEP55  Polyclonal Full-length protein Mouse Abnova H00055165-A01 

anti-CT83  CL4762 Gln25-Thr113 Mouse Sigma-Aldrich AMAB91318 

anti-IGF2BP3  Polyclonal Ala240-Lys579 Rabbit Proteintech 14642-1-AP 

anti-MAGEA3  OTI1A10 Full-length protein Mouse Origene TA600452 

anti-MAGEA6  Polyclonal  Rabbit Abnova PAB4748 

anti-NY-ESO-1  OTI4D8 Full-length protein Mouse Origene TA505970 

anti-PBK  2C8 Fragment Mouse Origene AM06733SU-N 

anti-PRAME  Polyclonal Met321-Asn509 Rabbit Origene AP6005PU-N 

anti-Survivin  OTI2D9 Full-length protein Mouse Origene TA600032 

anti-TTK  N1 Full-length protein Mouse Invitrogen 35-9100 

Flow cytometry (FACS) 

Antibody Fluorochrome Clone  Host Company Catalogue 

Zombie UV     Biolegend 423108 

CD326 (EpCAM) FITC HEA-125  Mouse Miltenyi 130-113-262 

CD45 FITC HI30  Mouse Biolegend 304038 

CD45 BV785 HI30  Mouse Biolegend 304048 

CD3 PerCp Cy5.5 SK7  Mouse Biolegend 344808 

CD4 AF700 SK3  Mouse Biolegend 344622 

CD8 APC-Fire 750 SK1  Mouse Biolegend 344746 

IFN-  PE B27  Mouse Biolegend 506507 

CD120a (TNFR-1) PE W15099A  Mouse Biolegend 369904 

CD69 PE-Dazzle 594 FN50  Mouse Biolegend 310942 

Immunohistochemistry (IHC) 

Antibody  Clone Antigen retrieval Host Company Catalogue 

CD3  SP7 Citrate, 90°C, pH6 Rabbit Thermo Fisher RM-9107 

CD8  C8/144B Citrate, 90°C, pH6 Mouse Dako M7103 
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