
Abstract. Background: Interleukin 2 (IL2) is a significant
factor activating T-cell-mediated immune response by
stimulation of natural killer cells, T-cells and in development of
regulatory T (Treg) cells. Recent studies have that IL2
participates in cancer development by modifying the local
immune response. Based on the suggested role of the single
nucleotide polymorphisms (SNPs) rs2069762, rs6822844 and
rs11938795 of IL2 in the pathogenesis of certain diseases, the
relationship of these SNPs with clinicopathological variables
and their possible implication for prognosis and disease outcome
were evaluated in a cohort of Swedish patients with colorectal
cancer (CRC). Materials and Methods: TaqMan SNP genotype
assays based on polymerase chain reaction were used for
analysis of the IL2 SNPs in 467 patients with CRC and 467
healthy controls. Expression analysis of IL2 in plasma and CRC
tissue was also performed. Results: The allelic variants T in
rs11938795 and G in rs6822844 were significantly associated
with a higher risk of CRC. Kaplan–Meier analysis showed that
cancer-specific survival was worse for individuals with C allele
for rs2069762 with stage II CRC and with T allele for rs6822844
with stage III CRC. Conclusion: SNPs rs2069762, rs6822844
and rs11938795 of the IL2 gene may be helpful as prognostic
biomarkers in the follow-up and management of the patients. 

Colorectal cancer (CRC) is one of the most common types
of malignancy worldwide (1). The pathogenesis of CRC is
still not fully understood and the molecular mechanisms
underlying tumor progression and metastasis are unclear.
Cancer-related inflammation appears to be a hallmark of
CRC and cytokines play a central role in the carcinogenic
process since they are key regulators of immune responses
(2, 3). Several interleukins (ILs) modulate intestinal tumor
development, differentiation, and inflammatory and anti-
inflammatory responses. IL2 secreted by T-helper type 1
(Th1) cells is an important factor in activating T-cell-
mediated immune responses and stimulating the proliferation
and differentiation of B-cells and natural killer cells. In
addition, IL2 is involved in development of regulatory T-
cells (Tregs) (4, 5). 

Genetic variation, such as single nucleotide polymorphisms
(SNPs), of inflammatory genes is suggested to play a role in
the risk of CRC and survival of patients (6, 7). Polymorphic
variants within the IL2/IL21 region at 4q27 have been
discovered to be related to multiple diseases. The SNP
rs6822844 is positioned in the IL2/IL21 intergenic region and
is associated with multiple autoimmune diseases (8, 9). SNP
rs11938795 is located in the same IL2/IL21 block and is
related to Crohn’s disease (10). Another SNP of the IL2 gene,
rs2069762, is located in the promoter region and is implicated
in increased susceptibility to gastric (11), oral (12),
nasopharyngeal (13) and breast cancer (14). 

A hot topic in CRC research is the search for clinically
applicable biomarkers that can aid in diagnosis,
prognostication and prediction of treatment response (15,
16). CRC staging is primarily based on the tumor-node-
metastasis (TNM) system of the American Joint Committee
on Cancer (AJCC) classification system (17). Stage II CRC
is generally considered as having a good prognosis, but a
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subgroup of patients (20-25%) after surgery are at high risk
for recurrence and should be considered as candidates for
adjuvant chemotherapy. However, the identification of high-
risk patients with stage II CRC remains difficult (18-20).
These patients are identified on the basis of pathological and
clinical parameters, including poorly differentiated tumor,
lymphovascular or perineural invasion, perforation, T4
growth and fewer than 12 lymph nodes removed, but these
are weak prognostic markers (18, 19, 21). 

Based on the suggested role of the SNPs rs2069762,
rs6822844 and rs11938795 of IL2 in the pathogenesis of
certain diseases, we evaluated the relationship of these SNPs
with clinicopathological variables and their possible
implication for prognosis and disease outcome in Swedish
patients with CRC. 

Materials and Methods

Patients and controls. A biobank of blood and tissue from patients
with CRC has been collected at the Department of Surgery, Ryhov
County Hospital, Jönköping, Sweden since 1996 and patient data
has been prospectively recorded in a database. This study
comprised blood samples from 467 patients (256 males and 211
females) with a mean age of 71 years (range=25-94 years) from
this biobank who underwent surgical resection for primary
colorectal adenocarcinoma between 1996 and 2016. Follow-up for
the estimation of cancer-specific survival ended on the date of
death or on January 31, 2019. Tumors were located in the colon in
247 and rectum in 220 and were classified according to AJCC (17:
stage I in 79, stage II in 175, stage III in 147 and stage IV in 66).
Other clinicopathological characteristics of the patients are shown
in the Table I. 

Healthy blood donors (n=467) at Ryhov County Hospital, with
no known CRC history, from the same geographical region as the
patients were selected as the control population. This comprised 253
males and 214 females, with a mean age of 58 years (range=33-68
years). Blood samples from the patients were collected at the start
of surgery and for the controls at the time of the blood donation. All
blood samples were centrifuged to separate plasma and blood cells
and then stored frozen at −70˚C until analysis.

The investigation was approved by the Regional Ethical Review
Board in Linköping, Linköping, Sweden (Dnr.2013/271-31) and
informed consent was obtained from each of the participants.

Genotyping of IL2 gene polymorphisms. DNA was isolated from all
blood samples using QiaAmp DNA Blood Kit (Qiagen, Hilden,
Germany). The TaqMan SNP genotype assays were used for
analysis of the IL2 rs2069762 (ID C-15859930-10), rs6822844 (ID
C-28983601-10) and rs11938795 (ID C-26012982-10) genotypes
(Applied Biosystems, Foster City, CA, USA). Ten nanograms of
DNA was mixed with TaqMan Genotyping Master Mix (Applied
Biosystems) and was analyzed using a 7500 Fast Real-Time PCR
System (Applied Biosystems). Amplification was performed using
an initial cycle at 50˚C for 2 min followed by one cycle at 95˚C for
10 min and finally 40 cycles at 95˚C for 15 s and at 60˚C for 1 min.
The manual calling option in the allelic discrimination application
ABI PRISM 7500 SDS software version 1.3.1 (Applied Biosystems)
was then used to assign the genotypes.

Determination of IL2 concentration in plasma. Seventy-eight
plasma samples were available from each group of the patients with
CRC and healthy blood donors to measure IL2 level by commercial
enzyme-linked immunosorbent assay (ELISA) kit (Abcam, Tokyo,
Japan) according to the manufacturer’s guidelines. The sensitivity
of the assay was 2 pg/ml. The group of patients comprised 38 males
and 40 females, with a mean age of 72 years (range=41-90 years).
The patients were classified with CRC stage I in 16, stage II in 26,
stage III in 20 and stage IV in 16, and tumors were located in the
colon in 49 and rectum in 29. Plasma was available for controls
from 39 males and 39 females, with a mean age of 54 years
(range=41-68 years). 

Immunohistochemistry. Ten tumor samples were available for
immunohistochemical staining to study the cell type origin of the IL2
expression. The samples were classified as stage I in three, stage II
in two, stage III in two and stage IV in three. The selected formalin-
fixed, paraffin-embedded tissue specimens were cut into 3.5 μm
sections and were assessed on an automatic platform. Antigen
retrieval was finished by heating for 52 min in Diva Decloaker, 10X
(Biocare Medical, Concard, CA, USA) at 110˚C. Sections were
treated with hydrogen peroxide for 5 min in order to block
endogenous peroxidase which may disturb the interpretation of the
color. Primary rabbit polyclonal antibody to IL2 (Abcam, Tokyo,
Japan) was used at dilution of 1:100. The antibody was applied to the
tissue sections which were incubated for 30 min at room temperature.
MACH 4 universal HRP-Polymer Detection kit (Biocare Medical)
was used and the reaction was visualized by Betazoid DAB
Chromogen Kit (Biocare Medical). An experienced pathologist
evaluated stained sections regarding location of IL2 expression

Statistical analysis. The differences in the frequencies of the IL2
gene polymorphisms between patients and the controls and
according to clinical characteristics within the CRC subgroups were
analyzed using the chi-squared test. The Hardy–Weinberg
equilibrium was assessed for the genotypes. Survival analysis was
performed by Kaplan–Meier analysis with log-rank test and Cox
regression. The comparisons between groups regarding plasma
levels of the IL2 were performed with non-parametric tests. The
Wilcoxon signed-rank test and the Mann-Whitney U-test were used
for the analysis of the related and independent parameters.
Statistical analysis was performed using Stata Statistical Software
Release 15 (Stata Corp. College Station, TX, USA) and SPSS
software for Windows, version 14.0 for (SPSS Inc., Chicago, IL,
USA). Results were considered statistically significant at p<0.05. 

Results
IL2 gene polymorphisms and CRC risk. No significant
differences in the genotypic or in allelic frequencies were
observed between the patients and the healthy control group
for IL2 rs2069762 (Table II). When assessing the IL2
rs6822844 we noted a borderline significant (p=0.061) and a
significant (p=0.018) difference between the patients and the
healthy control group regarding the frequencies of the
genotypes and alleles, respectively. The rate of GG genotype
was 66.8% and that of GT/TT was 33.2% among patients,
whilst being 60.2% and 39.8%, respectively, in the healthy
control group. The dominance of the GG genotype in patients
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was significant (p=0.035), with odds ratio (OR) of 1.33 [95%
confidence interval (CI)=1.02-1.74]. The prevalence of the G
allele was 81.8% in patients and 77.4% in controls,
corresponding to an increased risk of CRC, with OR of 1.31
(95% CI=1.05-1.6; p=0.018). The distribution of IL2
rs11938795 genotypes also differed significantly (p=0.027)
between patients and controls. The TT genotype was over-
represented in patients with CRC (58.2%) compared with
controls (51.8%) (p=0.048) (Table II). Consequently, the TT
genotype was found to be associated with an increased risk of
CRC, with an OR of 1.30 (95% CI=1.01-1.68). Additionally,
the T allele was associated with increased risk of CRC, with
an OR of 1.3 (95% CI=1.07-1.61; p=0.010).    

Neither the patient nor the control group showed
significant deviation from the Hardy–Weinberg equilibrium
for any SNP (data not shown).

ClinicopathologicaI features and survival in relation to IL2
gene polymorphisms. There was no statistically significant
difference in the referred genotypic distribution of IL2 gene
polymorphisms in terms of various clinical characteristics
(Tables III-V). With up to 23 years of follow-up, the Kaplan–
Meier analysis showed that the cancer-specific survival curves
differed between patients with AA and C-bearing genotypes
for IL2 rs2069762 in those with stage II disease (Figure 1) and
between GG and T-bearing genotypes for IL2 rs6822844 in

those with stage III disease (Figure 2). Carriers of the C allele
for IL2 rs2069762 had an increased risk of death, with a
hazard ratio of 2.90 (95% CI=1.19-7.07; p=0.014). Carriers
of the T allele for IL2 rs6822844 also exhibited worse
survival, with a hazard ratio of 1.85 (95% CI=1.04-3.23;
p=0.034), whilst no significant differences in cancer-specific
survival associated with IL2 rs11938795 were demonstrated. 

Plasma level of IL2. The plasma IL2 was detectable in
44.8% (35/78) and 61.5% (48/78) of the patients and healthy
blood donors, respectively. The IL2 plasma concentration
was significantly (p=0.030) lower in patients with CRC
(median=0 pg/ml, range=0-528 pg/ml) than in healthy blood
donors (median=3 pg/ml, range=0-386 pg/ml). There were
no associations between plasma IL2 level and clinical
characteristics or IL2 SNP variants (data not shown). 

Location of IL2 expression in CRC tissue. Predominantly
heterogeneous cytoplasmic staining was evident, mainly in
the epithelial compartment of cancer tissue. The
immunoreactivity was also localized in stromal cells with
morphological characteristics of leukocytes. Representative
staining is shown in Figure 3.

Discussion

Several ILs are considered to affect intestinal tumor
development and differentiation by modulating inflammatory
and anti-inflammatory responses (2, 3). The SNPs of IL2,
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Table I. Patient characteristics. 

Characteristic                                                                             Value

Age                                                Mean±SD                          71±11.2
Gender, n (%)                                Female                            211 (45.2)
                                                      Male                               256 (54.8)
Tumour localization, n (%)          Colon                             247 (52.9)
                                                      Rectum                           220 (47.1)
Stage, n (%)                                  I                                        79 (16.9)
                                                      II                                     175 (37.5)
                                                      III                                   147 (31.5)
                                                      IV                                    66 (14.1)
Lymph nodes excised, n (%)        <12                                 207 (44.9)
                                                      ≥12                                 254 (55.1)
Tumor differentiation, n (%)        Well                                  52 (11.1)
                                                      Good                              308 (66.0)
                                                      Poor                                107 (22.9)
Cancer type, n (%)                        Mucinous                         59 (12.9)
T-Stage, n (%)                               T1                                     13 (2.8)
                                                      T2                                     84 (17.9)
                                                      T3                                   331 (70.9)
                                                      T4                                     39 (8.4)
N-Stage, n (%)                              N0                                  270 (58.2)
                                                      ≥N1                                194 (41.8)
M-Stage, n (%)                             M0                                  400 (86.0)
                                                      M1                                    65 (14.0)
Treatment, n (%)                           Adjuvant                        127 (27.5)

Table II. Genotypic and allelic frequencies of three single nucleotide
polymorphisms (SNPs) of interleukin 2 gene in 467 patients with
colorectal cancer and 467 healthy controls.

SNP                                       Patients, %         Controls, %       p-Value
                                                 (n=467)                (n=467)

rs 2069762 
  Genotype           AA                 51.4                     54.0                0.442
                             AC                 40.5                     36.6                     
                             CC                   8.1                       9.4                     
  Allele                 A                    71.6                     72.3                0.791
                             C                    28.4                     27.7                     
rs 6822844
  Genotype           GG                 66.8                     60.2                0.061
                             GT                 30.0                     34.4                     
                             TT                    3.2                       5.4                     
  Allele                 G                    81.8                     77.4                0.018
                             T                    18.2                     22.6                     
rs 11938795
  Genotype           TT                  58.2                     51.8                0.027
                             TC                  36.2                     38.6                     
                             CC                   5.6                       9.6                     
  Allele                 T                    76.3                     71.1                0.010
                             C                    23.7                     28.9                     



rs6822844 and rs11938795, are variants positioned in the
IL2/IL21 intergenic regions and are connected within the
KIAA1109/TENR/IL2/IL21 gene cluster block (10, 22).
Previous studies have reported that IL2 rs6822844 is associated
with multiple autoimmune diseases (8, 9, 23), ulcerative colitis
(24) and Crohn’s disease (10). The G allele being a risk factor
is common to these diseases. A previous study showed that the
TT genotype and T allele of IL2 rs11938795 were associated
with an increased risk of Crohn’s disease (10). In our study, we
demonstrated that TT genotype and T allele of rs11938795 and
G allele of rs6822844 were significantly associated with an
increased risk of CRC. 

Studies have shown that gene polymorphism of
rs2069762, located in the promoter region of the IL2 gene,
is implicated in increased susceptibility to cancer, including
gastric (11), oral (12), nasopharyngeal (13) and breast cancer
(14). We were not able to find this association with CRC
risk, which is in line with a study by Bondurant et al. (7).
On the other hand, we found that cancer-specific survival did
differ between genotypes for rs2069762 and that carriers of
the C allele had worse cancer-specific survival in those with
stage II CRC. Moreover, we noted that the presence of T
allele for IL2 rs6822844 was related to shorter survival in
patients with stage III CRC.  
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Figure 2. Kaplan–Meier plot comparing cancer-specific survival among
patients with stage III considering genotypes of rs6822844 single
nucleotide polymorphism of interleukin 2 gene.

Figure 1. Kaplan–Meier plot comparing cancer-specific survival among
patients with stage II colorectal cancer considering genotypes of
rs2069762 single nucleotide polymorphism of interleukin 2 gene.

Table III. Patient characteristics and association with the genotypic distribution of rs2069762 single nucleotide polymorphism of interleukin 2 gene. 

                                                                                                                                          Genotype

Characteristic                                                                                                AA                                       AC+CC                                      p-Value

Total number                                                                                                 240                                          227                                                 
Age, mean (SD)                             Mean±SD                                         70.1±12.0                                71.4±10.3                                        0.21
Gender, n (%)                                 Female                                             109 (51.7)                               102 (48.3)                                       0.92
                                                        Male                                                 131 (51.2)                               125 (48.8)                                           
Tumor localization, n (%)             Colon                                               132 (53.4)                               115 (46.6)                                        0.35
                                                        Rectum                                            108 (49.1)                               112 (50.9)                                           
Stage, n (%)                                    I                                                          34 (14)                                    45 (20)                                          0.40
                                                        II                                                         91 (38)                                    84 (37)                                              
                                                        III                                                        78 (33)                                    69 (30)                                              
                                                        IV                                                       37 (15)                                    29 (13)                                              
Lymph nodes excised, n (%)         <12                                                 111/207 (47)                           126/254 (53)                                     0.39
Tumor differentiation, n (%)         Poor                                                55/237 (23)                             52/221 (24)                                      0.94
Cancer type cancer, n (%)             Mucinous                                        27/237 (11)                             32/220 (15)                                      0.39
T-Stage, n (%)                                T4                                                     22/240 (9)                               17/227 (7)                                       0.51
Treatment, n (%)                            Adjuvant                                         66/236 (28)                             61/225 (27)                                      0.84



To our knowledge, the underlying mechanisms of IL2
gene polymorphisms involved in the risk of CRC are not
clear. IL2 participates in the regulation of activities and
proliferation of T- and natural killer cells (4, 5). Moreover,
IL2 is assumed to play a crucial role in antitumor immunity
and has potential as an immunotherapeutic agent against
cancer, especially renal cancer, melanoma and CRC (25, 26).
However, IL2 appears to have a dual effect in cancer
immunotherapy, leading to poor outcomes in patients due to
the dominant effect of immunosuppressive Treg cells in a
therapeutic strategy with low-dose IL2 (25). 

There are several factors influencing the outcome of CRC
in clinical settings. The communication between CRC cells
and their microenvironment, with stromal components,
influences colorectal carcinogenesis (27). The genetic
variation within genes encoding inflammatory mediators (6,
7) may have a modulatory role in colorectal carcinogenesis
and affect the risk of developing CRC and survival. Due to
different activated signaling cascades, the roles in later stages

of cancer differ from those in early stages (3, 15, 28-30).
Fichna et al. reported that IL2 rs6822844 G/T is associated

with type 1 diabetes and that serum IL2 levels were lower in
healthy controls carrying the GG genotype compared with
controls with GT and TT genotypes (23). Moreover, Wei et
al. showed that IL2 rs2069762 A/C contributes to
nasopharyngeal carcinoma and that individuals carrying the
AA genotype had higher serum IL2 levels (13). We did not
detect any association between genotype and IL2 plasma
concentration in patients with CRC or controls. However, we
observed lower plasma IL2 levels in patients compared to
healthy controls, which is in line with results from patients
with nasopharyngeal carcinoma (13). In other available
studies, the plasma levels of IL2 were elevated in patients
with malignant melanoma (31) and lung cancer (32).
Referring to these and our investigation, the findings indicate
that there may be different mechanisms of immune regulation
in different type of cancer. By using immunohistochemistry,
we found the expression of IL2 to be localized mainly in the
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Figure 3. Expression of interleukin 2 protein in colorectal cancer tissue by immunohistochemical staining. Magnification, ×100.



cytoplasm of the cancer cells in all investigated cases. This
suggests that IL2 may play a role in the development and
progression of the tumor locally. The low plasma
concentration of IL2 in patients with CRC may indicate that
such patients have an impaired production of IL2 from
leukocytes or restricted secretion of IL2 from CRC tissue.

Based on data from our cohort, rs2069762 and rs6822844
of IL2 may act as valuable biomarkers of clinical outcome
of CRC in patients with stage II and III disease, respectively.
One may speculate that these biomarkers reflect differences

in the gene expression of IL2 and the immuno-antitumor
effect. However, it is possible that the IL2 SNPs in our
investigation play a latent role and are partially masked or
diluted by other gene–gene or gene–environment/lifestyle
interactions. 

Because of the exploratory nature of our study, it must be
considered a pilot study and further analysis with more cases
are warranted to evaluate the significance of the findings.
The strength of this study is a well-characterized patient
cohort with prospectively collected tissue, blood samples and
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Table IV. Patient characteristics and association with the genotypic distribution of rs6822844 single nucleotide polymorphism of interleukin 2 gene. 

                                                                                                                                          Genotype

Characteristic                                                                                                GG                                       GT+TT                                       p-Value

Total number                                                                                                 312                                          155                                                 
Age                                                  Mean ± SD                                      70.9 (11.1)                              70.4 (11.4)                                       0.64
Gender, n (%)                                 Female                                             135 (64.0)                                76 (36.0)                                        0.24
                                                        Male                                                 177 (69.1)                                79 (30.9)                                            
Tumour localization, n (%)           Colon                                               157 (63.6)                                90 (36.4)                                         0.11
                                                        Rectum                                            155 (70.5)                                65 (29.5)                                            
Stage, n (%)                                    I                                                          51 (16)                                    28 (18)                                          0.97
                                                        II                                                        118 (38)                                   57 (37)                                              
                                                        III                                                        99 (32)                                    48 (31)                                              
                                                        IV                                                       44 (14)                                    22 (14)                                              
Lymph nodes excised, n (%)         <12                                                 138/310 (45)                            69/151 (46)                                      0.81
Tumor differentiation, n (%)         Poor                                                75/306 (25)                             32/152 (21)                                      0.41
Cancer type cancer, n (%)             Mucinous                                        42/307 (14)                             17/150 (11)                                      0.29
T-Stage, n (%)                                T4                                                     27/312 (9)                               12/155 (8)                                       0.74
Treatment, n (%)                            Adjuvant                                         88/310 (28)                             39/151 (26)                                      0.56

Table V. Patient characteristics and the association with the genotypic distribution of rs11938795 single nucleotide polymorphism of interleukin 2
gene. 

                                                                                                                                          Genotype

Characteristic                                                                                            C/C+C/T                                      T/T                                          p-Value

Total number                                                                                                 195                                          272                                                 
Age                                                  Mean ± SD                                      70.0 (11.8)                              71.2 (10.7)                                       0.27
Gender , n (%)                                Female                                              94 (44.5)                                117 (55.5)                                        0.27
                                                        Male                                                 101 (39.5)                               155 (60.5)                                           
Tumor localization, n (%)             Colon                                               106 (42.9)                               141 (57.1)                                       0.59
                                                        Rectum                                             89 (40.5)                                131 (59.5)                                           
Stage, n (%)                                    I                                                          35 (18)                                    44 (16)                                          0.95
                                                        II                                                         71 (36)                                   104 (38)
                                                        III                                                        62 (32)                                    85 (31)                                              
                                                        IV                                                       27 (14)                                    39 (14)                                              
Lymph nodes excised, n (%)         <12                                                  84/191 (44)                            123/270 (46)                                     0.74
Tumor differentiation, n (%)         Poor                                                42/191 (22)                             65/267 (24)                                      0.56
Cancer type cancer, n (%)             Mucinous                                        21/189 (11)                             38/268 (14)                                      0.32
T-Stage, n (%)                                T4                                                     17/195 (9)                               22/272 (8)                                       0.81
Treatment, n (%)                            Adjuvant                                         49/191 (26)                             78/270 (29)                                      0.44



clinical data and with long follow-up time. Cases and
controls were selected from only one hospital, which may
not be representative of other populations. On the other hand,
both populations came from a defined geographical region
which may was representative of the general population in
Sweden. 

In conclusion, we identified subtypes of Swedish patients
with CRC stage II and stage III based on IL2 rs2069762 and
rs6822844. These biomarkers may be helpful in the follow-
up and management of these patients. Moreover, we
demonstrated that IL2 polymorphisms rs6822844 and
rs11938795 were associated with an increased risk of
developing CRC. 
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