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Interleukin (IL)-13 promoter polymorphisms
(−7402 T/G and -4729G/A) condition susceptibility
to pediatric severe malarial anemia but not
circulating IL-13 levels
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Abstract

In holoendemic Plasmodium falciparum transmission areas such as western Kenya, severe malarial anemia [SMA,
hemoglobin (Hb) < 6.0 g/dL, with any density parasitemia] is the most common clinical manifestation of severe malaria
resulting in high rates of pediatric morbidity and mortality in these regions. Previous studies associated interleukin (IL)-13
with pathogenesis of different infectious diseases, including P. falciparum malaria. However, the functional roles of
polymorphic variants within the IL-13 promoter in conditioning susceptibility to SMA remain largely unexplored. As such,
the association between the IL-13 variants -7402 T/G (rs7719175) and -4729G/A (rs3091307) and susceptibility to SMA was
determined in children (n = 387) presenting with clinical symptoms of falciparum malaria and resident in a holoendemic
transmission region in western Kenya. Our results indicated no difference in the proportions of individual genotypes
among children presenting with non-SMA (n = 222) versus SMA (n = 165). Similarly, there was no associations between
the individual genotypes (−7402 T/G and -4729G/A) and SMA. Additional analyses, however, revealed that proportions of
individuals with -7402 T/-4729A (TA) haplotype was significantly higher in children presenting with SMA than non-SMA
group (P = 0.043). A further multivariate logistic regression analyses, controlling for confounding factors, demonstrated
that carriage of the TA haplotype was associated with increased susceptibility to SMA (OR; 1.564, 95% CI; 1.023-2.389,
P = 0.039). In addition, circulating levels of IL-13 were comparable between the clinical groups as well as across genotypes
and haplotypes. Collectively, findings presented here suggest that haplotypes within the IL-13 promoter at -7402 T/G
and -4729G/A may modulate SMA pathogenesis, but do not affect circulating IL-13 levels.
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Background
Plasmodium malaria is one of the leading causes of mor-
bidity and mortality in the world [1]. World Health
Organization (WHO) estimated that 216 million malaria
episodes occurred in the year 2010, resulting in approxi-
mately 655,000 deaths, of which 91% occurred in the
sub-Saharan Africa [2]. Children under five years of age
bear the greatest disease burden, with a global malaria
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reproduction in any medium, provided the or
related mortality of 86% documented in 2010 [2]. In
malaria endemic regions of sub-Saharan Africa, greater
than 90% of malaria-related deaths are attributable to
Plasmodium falciparum, the most virulent of the five
malaria parasite species known to cause human malaria
[3]. The clinical spectrum of severe falciparum malaria
often ranges from mild symptoms to life threatening
complications which include, but are not limited to, se-
vere anemia, respiratory distress, cerebral malaria (CM),
hyperparasitemia, metabolic acidosis, kidney failure, and
hypoglycemia [4]. In western Kenya, a falciparum mal-
aria holoendemic region, the most common clinical
manifestation of severe malaria is severe malarial anemia
[SMA (Hb < 6.0 g/dL)], with any density parasitemia
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[5,6], with respiratory distress, hypoglycemia and CM
reported only in rare cases [7-9]. In addition, the etiology
of SMA is complicated by the presence of co-infections
and by host genetic factors [9-14]. Furthermore, additional
studies have demonstrated that immunity against SMA is
characterized by dysregulation of innate types 1 and 2 in-
flammatory mediators, mainly cytokines, chemokines and
effector molecules [15-17].
Among the inflammatory mediators implicated in mal-

aria pathogenesis is interleukin (IL)-13, a type 2 cytokine
that shares structural and functional characteristics with
IL-4 [18,19]. IL-13 is a pleiotropic cytokine predominantly
produced by activated T lymphocytes, mast cells, baso-
phils, natural killer (NK) cells and dendritic cells [20]. It
functions as an immune modulator on a wide range of cell
types, including macrophages, NK cells, fibroblasts, eosin-
ophils, airway smooth muscle cells, and endothelial cells
[20]. Elevated levels of IL-13 have been implicated in aller-
gic responses and in parasitic infections [21-23]. Recently,
IL-13 has emerged as a negative predictor of hemoglobin
(Hb) levels for pediatric malarial anemia [17].
The human IL-13 gene has been mapped to the 5q31-

q33 region, located on chromosome 5, which contains
additional genes encoding cytokines, including IL-3, IL-
4, IL-5, IL-9, and IL-12B [24-28]. Polymorphisms in the
promoters of genes coding for these cytokines have been
shown to alter susceptibility to infectious diseases
[11,25,29,30]. Several polymorphic variants identified in
the IL-13 gene region [25,30,31] have been associated
with various diseases including allergic rhinitis [32],
asthma [33], atopic dermatitis [22], and schistosomiasis
[25]. In addition, studies in Thai adults demonstrated
that a single nucleotide polymorphism (SNP) in the IL-
13 promoter (IL-13 -1055C > T) is associated with severe
malaria [31]. However, to date, no studies have reported
the associations between IL-13 promoter variants -
7402G/T (rs7719175) and -4729G/A- (rs3091307), their
haplotype constructs and SMA in pediatric populations
resident in P. falcipuram holoendemic transmission re-
gion such as in western Kenya. The IL-13 promoter vari-
ants -7402G/T (rs7719175) and -4729G/A- (rs3091307)
were selected based on the mutant allele frequency ~10%
in reference African Yoruba population (http://hapmap.
ncbi.nlm.nih.gov/downloads/frequencies/). Consequently,
the current study investigated the associations between
two IL-13 promoter variants, haplotypes and susceptibil-
ity to SMA in a phenotypically well-defined cohort of
children aged 3–36 months presenting with clinical
symptoms of malaria in a rural setting of western Kenya.

Methods
Study site
The study was carried out in Siaya District Hospital
(SDH), a P. falciparum holoendemic transmission region
in western Kenya. Residents in this region are predomin-
antly of the Luo ethnic group (>96%), thus providing a
homogeneous population suitable for a genetic-based
study [5]. Malaria accounts for the highest number of
childhood morbidities and mortalities in this area [6,17].
The major malaria vectors are An. gambiae s.s., An.
arabiensis and An. funestus [34].

Study participants
The study recruited parasitemic patients (n = 387), who
presented with clinical symptoms of malaria at SDH.
Both male and female children aged between 3 and 36 -
months visiting SDH for the first time with symptoms of
malaria qualified for enrollment into the study. Informed
consent to participate in the study was obtained from
the parents/legal guardians of the children. Question-
naires were used to collect relevant geographical and
clinical information. Any patient who had been hospital-
ized before in their lifetime, or who had received anti-
malarial treatment two weeks prior to enrollment was
excluded from the study. Children with CM, though very
rare, and children with non-falciparum malaria were also
excluded from the study. Parasitemic children with Hb
levels of >6.0 g/dL were classified as non-severe malarial
anemia (non-SMA) while those with Hb <6.0 g/dL were
classified as having SMA. This classification was based
on a previous large-scale longitudinal study that exam-
ined the distribution of >14,000 Hb measurements in an
age- and geographically-matched reference population in
western Kenya [35]. The study approval was obtained
from the Ethics Review Committees of the Kenya Med-
ical Research Institute (KEMRI).

Sample processing
For children who met the inclusion criteria, blood sam-
ples from heel or finger pricks (<100μL) were obtained
and used to determine parasite density by preparation of
thick and thin blood smears stained using Giemsa re-
agent. In addition, venous blood, approximately 3 mL,
was collected into EDTA-containing vacutainer tubes.
About 100 μL of blood was bloated onto FTA Classic
cards for use in DNA extraction for genetic analyses. A
complete blood count was carried out using a Beckman
Coulter AcT Diff2 (Beckman-Coulter Inc., Miami, FL)
for hematological parameters including Hb levels, red
blood cell (RBC) counts, hematocrit and mean corpus-
cular volume. Plasma was separated from the remaining
blood, which was snap-frozen at −80 °C until use. Bac-
terial co-infections were investigated by incubation of
blood collected in trypticase soy broth with sodium
polyanethanol sulfonate (SPS) for 18 hours and bacteria
identified by gram staining procedures, colonial charac-
teristics, appearances and biochemical and serological
tests. Sickle-cell status was determined by alkaline

http://hapmap.ncbi.nlm.nih.gov/downloads/frequencies/
http://hapmap.ncbi.nlm.nih.gov/downloads/frequencies/


Okeyo et al. BMC Immunology 2013, 14:15 Page 3 of 8
http://www.biomedcentral.com/1471-2172/14/15
cellulose acetate electrophoresis while G6PD deficiency
was determined by a fluorescent spot test using glucose-
6-phosphate and oxidized NADP (NADP+) where sam-
ples were scored as normal (high emission), intermediate
(moderate emission), or deficient (no emission).

DNA extraction
DNA was extracted from the FTA Classic card and filter
papers using the Gentra Systems DNA extraction protocol
(Gentra Systems, Minneapollis, MN, USA). To confirm the
presence of DNA, a house-keeping gene, human glucose-3-
phosphate dehydrogenase (hG3PDH) was amplified.

IL-13 genotyping
Applied Biosystems SNP-specific primer-probe combina-
tions (TaqManW SNP Genotyping Assays, assay ID;
C_31237837_10 and C_27452177_20) were used to
genotype IL-13 -7402 T/G and -4729G/A SNPs, respect-
ively, on the Applied Biosystems StepOnePlus™ Real-
Time PCR System (Applied Biosystems, Foster City, CA,
USA), according to the manufacturer’s instructions.

Cytokine measurements
Plasma IL-13 levels were measured using the enzyme-
linked immunosorbent assay (cytokine-ELISA), on an
ELx800™ Absorbance Microplate Reader (BioTekW In-
struments, Inc. Winooski, VT, USA), according to the
manufacturer’s specifications for IL-13 detection and
levels computed using the Gen5 software (BioTekW In-
struments, Inc. Winooski, VT, USA). The detection limit
for IL-13 was 10 pg/mL.

Data management and analysis
Data analyses were performed using SPSSW statistical soft-
ware package version 19.0 (IBM SPSS Inc., Chicago, IL,
USA). The IL-13 (−7402 T/G and -4729G/A) promoter
haplotypes were constructed using HPlus software program
(Version 2.5). Comparison of proportions between and
within groups was computed using chi-square (χ2). Com-
parison of cytokine and Hb levels across individual IL-13
promoter variants was performed using Kruskal-Wallis test
while pairwise group comparisons was by Mann–Whitney
U test. Association between genotypes/haplotypes and
SMA was determined using the multivariate logistic regres-
sion analyses models, controlling for potential confounders
including age, gender, bacteremia, sickle cell trait (HbAS)
and glucose-6-phosphate dehydrogenase (G6PD) defi-
ciency. Statistical significance was considered at P ≤ 0.050.

Results
Demographic, clinical, and laboratory characteristics of
the study participants
To determine the role of the IL-13 promoter variants
(−7402 T/G and -4729G/A) in conditioning susceptibility
to SMA, children (n = 387), aged 3–36 months presenting
with P. falciparum malaria were categorized into two
groups according Hb levels as non-severe malarial anemia
(non-SMA, Hb ≥ 6.0 g/dL, any density parasitemia; n = 222)
and severe malarial anemia (SMA, Hb < 6.0 g/dL, any
density parasitemia; n = 165). The demographic, clin-
ical, and laboratory characteristics of the study partici-
pants are summarized in Table 1. Proportions of males
versus females in the clinical groups were comparable
(P = 0.862). In addition, IL-13 levels (P = 0.415) and
parasite density (P = 0.530) were also comparable be-
tween the clinical groups. Further analyses revealed
that children in the non-SMA group were significantly
older than those in the SMA group (P < 0.001). As
expected based on stratification, the hematological pa-
rameters, among them Hb, hematocrit, red blood cell
(RBC) count, red blood cell distribution width (RDW)
and mean corpuscular hemoglobin concentration
(MCHC) were all significantly different between the
SMA and non-SMA groups (P < 0.001 in all cases).

Distribution of individual IL-13 promoter variants in the
clinical groups
The overall frequency of the -7402 T/G genotypes were
TT (n = 334, 0.863), TG (n = 49, 0.127) and GG (n = 4,
0.010) (Table 2). There was no significant departure
from Hardy Weinberg Equilibrium in the overall distri-
bution (HWE, χ2 = 2.007, P = 0.157). The distribution
of -7402 T/G variant in the non-SMA (n = 222) and SMA
(n = 165) and the genotype frequencies within the clinical
groups were TT (non-SMA, n = 194, 0.874; SMA, n = 140,
0.848), TG (non-SMA, n = 26, 0.117; SMA, n = 23, 0.139)
and GG (non-SMA, n = 2, 0.009; SMA, n = 2, 0.012).
These distributions were comparable between the SMA
and non-SMA groups (P = 0.767). Additional analyses
demonstrated that Hb levels were comparable across the
genotypic groups (P = 0.744). There was no departure
from HWE at the IL-13 -7402 T/G variant in either the
non-SMA (χ2 = 1.104, P = 0.293) or SMA (χ2 = 0.861,
P = 0.353) groups.
The following were the overall genotypic frequencies at

the -4729G/A locus; GG (n = 205, 0.530), GA (n = 131,
0.339), AA (n = 51, 0.132) (Table 2). Significant departure
from the HWE was observed for this variant in the distri-
bution of genotypes in the overall population (χ2 = 14.810,
P < 0.001). Distributions of the genotypes within the clin-
ical groups were GG (non-SMA, n = 78, 0.473; SMA,
n = 127, 0.572), GA (non-SMA, n = 63, 0.382; SMA, n = 68,
0.306) and AA (non-SMA, n = 24, 0.145; SMA, n = 27,
0.122) and were comparable between the non-SMA
and SMA groups (P = 0.152). In addition, the distribu-
tion of Hb levels were also comparable across the
genotypic groups (P = 0.521). There was significant de-
parture from HWE in the non-SMA group (χ2 = 11.891,



Table 1 Clinical, demographic and laboratory characteristics of the study participants

Characteristics non-SMA (Hb ≥ 6.0 g/dL) SMA (Hb < 6.0 g/dL) P value

No. of participants (n = 387) 222 165

Gender, n (%)

Male 115 (51.8) 84 (50.9) 0.862a

Female 107 (48.2) 81 (49.1)

Age, months 11.0 (10.0) 8.0 (8.0) <0.001b

IL-13 concentration (pg/mL) 31.6(26.5) 35.4(38.07) 0.415b

Parasites/μL 29960.1(40957.8) 20639.1(42359.6) 0.530b

Hematological Parameters

Hemoglobin, g/dL 8.0 (3.0) 4.9 (1.0) <0.001b

Hematocrit,% 24.8 (7.3) 15.8 (5.0) <0.001b

RBCs, × 1012/μL 3.7 (1.2) 2.2 (0.9) <0.001b

RDW,% 17.5 (1.7) 17.9 (1.2) <0.001b

MCHC, g/L 32.3 (2.0) 31.3 (2.7) <0.001b

Data is presented as the median (interquartile range) unless stated otherwise. A total of 387 parasitemic children were categorized as either SMA (n = 165) or non-
SMA (n = 222) based on age- and geographically-matched Hb concentrations in children in western Kenya (Hb < 6.0 g/dL, with any density parasitemia) [35].
aStatistical significance determined by Chi-square (χ2) tests. bStatistical significance determined by Mann–Whitney U test. Abbreviations: RBCs - Red blood cells;
RDW - Red cell distribution width; MCHC - Mean corpuscular hemoglobin concentration.
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P < 0.001) and marginal significant departure in the
SMA group (χ2 = 3.458, P = 0.063).

Association between individual IL-13 promoter
polymorphisms and SMA
To determine the role of individual IL-13 genotypes in con-
ditioning susceptibility to SMA, a multivariate logistic re-
gression analyses were carried out using the wild type in
each variant as the reference group, while controlling for
the confounding effects of age, gender, bacteremia, G6PD
deficiency and sickle-cell trait [10,13,36-38] (Table 3). Rela-
tive to the wild type genotypes (−7402, TT and −4729, GG),
there was no significant association between the individual
promoter variants and susceptibility to SMA at the -
7402 T/G (TG, OR; 1.168, 95% CI, 0.626-2.180, P = 0.625
and GG, OR; 1.871, 95% CI, 0.240-14.597, P = 0.550) and -
4729G/A (AA, OR; 1.484, 95% CI, 0.777-2.835, P = 0.232)
loci. The GA genotype however showed marginal
Table 2 The distribution of individual IL-13 promoter genotyp

Genotypes Hemoglobin Levels (g/dL) P value n (%) Non

IL-13 -740

TT 6.4 (3.0) 0.744b 334 (86.3)

TG 6.1 (3.0) 49 (12.7)

GG 6.2 (2.0) 4 (1.0)

IL-13 -472

GG 6.4 (4.0) 0.521b 205(53.0)

GA 6.0 (3.0) 131 (33.9)

AA 6.2 (3.0) 51 (13.2)

Data are presented as [n, (%)] for proportions of IL-13 promoter variants −7402 T >
based on age- and geographically-matched Hb concentrations in children in wester
The Hb levels are presented as medians (IQR), and bKruskal Wallis test was used to
association with susceptibility to SMA (OR; 1.589, 95% CI,
0.995-2.539, P = 0.052).

Distribution of IL-13 promoter haplotypes in the clinical
groups
Prior to determining the associations between the haplo-
types and SMA, the overall distributions of the different
haplotypes were determined. Results yielded the following
overall distribution, -7402G/-4729G (GG, n = 53/387) were
13.7%, -7402 T/-4729A (TA, n = 181/387) were 46.8% and -
7402 T/-4729G (TG, n = 311) were 80.4% (Table 4).
The distribution of the haplotype carriers in the clinical

groups were as follows (Table 4); GG (non-SMA, n = 28/
222, 12.6%; SMA, n = 25/165, 15.2%) and TG (non-SMA,
n = 183/222, 82.4%; SMA, n = 128/165, 77.6%). These
distributions were not significantly different in the SMA
(P = 0.472) and non-SMA (P = 0.234) groups. However,
the frequency of the TA haplotype was significantly higher
es in the clinical groups

-SMA (Hb ≥ 6.0 g/dL) n (%) SMA (Hb < 6.0 g/dL) n (%) P value

2 T > G

194 (87.4) 140(84.8) 0.767a

26 (11.7) 23 (13.9)

2 (0.9) 2 (1.2)

9 A > G

78 (47.3) 127 (57.2) 0.152a

63 (38.2) 68 (30.6)

24 (14.5) 27 (12.2)

G and −4729 G > A within the SMA (n = 165) and non-SMA (n = 222) groups
n Kenya (Hb < 6.0 g/dL, with any density parasitemia) [35]. aChi-square analysis.
compare the levels between the genotypes.



Table 5 The associations between IL-13 promoter
haplotypes and SMA

Haplotypes Odds Ratio 95% CI P value

−7402G/-4729G, (n = 53) 1.211 0.663-2.212 0.533

−7402 T/-4729A, (n = 181) 1.564 1.023-2.389 0.039

−7402 T/-4729G, (n = 311) 0.760 0.449-1.286 0.307

Multivariate logistic regression analyses were used to determine the odds ratio
(OR) and 95% CI, controlling for age, gender, G6PD deficiency, sickle-cell trait
status and presence of bacterial infections [10,13,36-38]. The haplotype non-
carriers were used as reference groups for the analyses in the regression
analyses.

Table 3 The associations between individual IL-13
promoter variants and SMA

Genotypes Odds Ratio 95% CI P value

IL-13 -7402 T > G

TT, (n = 334) 1.000 - -

TG, (n = 49) 1.168 0.626-2.180 0.625

GG, (n = 4) 1.871 0.240-14.597 0.550

IL-13 -4729 G > A

GG, (n = 205) 1.000 - -

GA, (n = 131) 1.589 0.995-2.539 0.052

AA, (n = 51) 1.484 0.777-2.835 0.232

Multivariate logistic regression analyses were used to determine the odds ratio
(OR) and 95% Confidence Interval (CI), controlling for age, gender, G6PD
deficiency, sickle-cell trait status and presence of bacterial infections
[10,13,36-38]. The homozygous wild-type genotypes were used as reference
group for the regression analyses.
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in the SMA (n = 87/165, 52.7%) relative to non-SMA (n =
94/222, 42.3%; P = 0.043) groups, implying that the TA
haplotype could be modulating susceptibility to SMA.

Association between IL-13 promoter haplotypes and SMA
A further multivariate logistic regression analyses, con-
trolling for the potential confounders was used to deter-
mine the association between the IL-13 promoter
haplotypes and SMA. The analyses (Table 5) revealed
that relative to the non-TA group, the carriage of the TA
(IL-13 -7402 T/-4729A) haplotype was associated with
increased susceptibility to SMA (OR; 1.564, 95% CI,
1.023-2.389, P = 0.039). However, the other haplotypes,
i.e. GG (P = 0.533) and TG (P = 0.307) did not alter sus-
ceptibility to SMA.

Functional relationship between IL-13 promoter variants
and circulating IL-13 levels
In order to explore the relationship between the individ-
ual IL-13 genotypes and functional changes in IL-13
production, circulating IL-13 levels were compared
across the different IL-13 genotypes. Results revealed
that IL-13 levels were comparable across the -7402 T/G
(P = 0.357) and -4729G/A (P = 0.438) genotypes. Further
analyses demonstrated that the IL-13 haplotypes (GG;
Table 4 The distributions of IL-13 promoter haplotypes in the

Haplotypes Non-SMA (Hb ≥ 6.0 g/dL) n (%)

−7402G/-4729G 1 28 (12.6)

0 194 (87.4)

−7402 T/-4729A 1 94 (42.3)

0 128 (57.7)

−7402 T/-4729G 1 183 (82.4)

0 39 (17.6)

Haplotypes were constructed based on the IL-13 variants using the HPlus software.
carriers. Distributions of haplotypes compared between the SMA and non-SMA gro
P = 0.662, TA; P = 0.830, TG; P = 0.240) did not alter
changes in circulating IL-13 levels (data not presented).

Discussion
To the best of our knowledge, this is the first study to
report on the association between the IL-13 promoter
polymorphisms (−7402 T/G and -4729G/A) and sus-
ceptibility to SMA in well-defined phenotypic pediatric
populations resident in P. falciparum holoendemic
transmission region of western Kenya. Our results,
obtained from this cross-sectional study of a cohort of
parasitemic children (n = 387) aged 3–36 months in this
P. falciparum holoendemic region, revealed that none
of the individual IL-13 genotypes was associated with
susceptibility to SMA. Further analyses, however, re-
vealed that the individuals with the -7402 T/-4729A
(TA) haplotype were significantly over-represented in
the SMA group relative to non-SMA. Carriage of the
TA haplotype was associated with susceptibility to
SMA, confirming our findings that this haplotype could
confer genetic predisposition to SMA in children natur-
ally exposed to P. falciparum infection. Frequencies of
the TT genotype at the -7402 T/G genotypes was higher
in our population relative to that of the reference
Yoruba population [39], showing that this locus may be
undergoing some selective pressure in our population
either as a result of disease or any other unidentified
selection. In addition, there is likely to be additional
SNPs in linkage disequilibrium with the IL-13 variants
that may in turn lead to the observed association be-
tween the studied SNPs and SMA. It would be
clinical groups

SMA (Hb < 6.0 g/dL) n (%) P value

25 (15.2) 0.472a

140 (84.8)

87 (52.7) 0.043a

78 (47.3)

128 (77.6) 0.234a

37 (22.4)

On the Table, 1 represents carriers of the haplotypes, while 0 represents non-
ups using aχ2 test.
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important to map additional SNPs in the IL-13 loci and
adjacent genes in order to further identify variants
driven by disease-related selections.
Haplotypes are important markers for identifying asso-

ciations with disease outcomes that are not identifiable
with SNPs [11]. Previous studies, using different disease
(other than SMA) models showed associations between
individual (−7402 T/G and -4729G/A) and parasitic in-
fections and allergic responses [25,30]. In the current
study, carriage of the -7402 T/-4729A (TA) haplotype
was associated with increased susceptibility to SMA.
Consistent with the finding that TA haplotype is associ-
ated with susceptibility to SMA, the presence of the
haplotype was over-represented in SMA relative to non-
SMA group. Even though the mechanism through which
carriage of the TA haplotype increases susceptibility to
SMA remain to be determined in our laboratory, we
hypothesize that the presence of the TA haplotype may
be promoting non-erythropoietic responses in children
with falciparum malaria through alteration of IL-13 pro-
moter binding of transcription factors to the IL-13 pro-
moter region. Previous studies have demonstrated that
changes that affect IL-13 and IL-13Rα1 at the D1
domain of the type II IL-4 receptor [18], leading to alter-
ations in signaling for production of IL-13 via activation
of the transcription factor signal transducer and activa-
tor of transcription 6 (STAT6) may affect erythropoi-
esis [40]. Other studies have also shown that the
IL-13Rα1 receptor forms a heterodimer with IL-4Rα
which provide signaling pathways for both IL-13 and
IL-4 [41-43]. IL-4 has further been shown to be an
erythropoietic inhibitor whose elevated production can
aggravate severe malaria [44]. As such, the presence of
the TA haplotype could be altering the gene-gene
interactions of IL-13 and IL-13Rα1, thereby promoting
enhanced IL-4 production leading to inhibition of
erythropoiesis in children with malaria. Since there
were no relationships between individual IL-13 geno-
types and haplotypes and circulating IL-13 levels in the
current study, there is likely to be additional regulators
either upstream or downstream of the IL-13 promoter
that may alter the IL-13 signaling pathway during dis-
ease. Our laboratory is currently investigating the pos-
sibility of these additional regulators in functionally
altering a milieu of immune mediators during malaria
disease pathogenesis in children.
Previous studies have demonstrated that increased IL-

13 production exacerbate infectious diseases and allergic
disorders [25,30,45,46], alter immune responses in mal-
aria [47-49], and is potentially a negative predictor of Hb
levels in children with malarial disease [17]. Even though
a previous study demonstrated that variants within the
IL-13 (−1055C/T) promoter was associated with severe
malaria in an adult Thai population [31], likely through
alterations in the binding of transcription factor (NF-
AT) on the IL-13 promoter region thereby leading to
differential production of IL-13 levels, no study to date
had determined the role of -7402 T/G and -4729G/A in
altering IL-13 production in children with malaria. We
demonstrate that these variants (genotypes and haplo-
types) do not independently alter IL-13 circulating levels
in our pediatric population. In addition, contrary to pre-
vious findings [25,47-49], circulating IL-13 levels did not
significantly differ between the SMA and non-SMA in
our cohort. Even though previous studies have addition-
ally demonstrated that IL-13 is involved in alternative
activation of macrophages, a mechanism specialized for
defense against extracellular pathogens [50], it is import-
ant to note that P. falciparum is an obligatory intracellu-
lar pathogen [51], and thus, the defense mechanism
provided by alternative activation of macrophages may
not absolutely aid in defense against it.
Furthermore, differences in the current results versus

previous findings [25,47-49] could be due to geograph-
ical and demographic differences which may concomi-
tantly be accompanied by various selective pressure.
For example, the current pediatric population is natur-
ally exposed to additional conditions such as other
parasitic infections, which may independently alter IL-
13 production [52,53]. These other parasitic infections
may (in the presence or absence of P. falciparum mal-
aria) complicate IL-13 production in relation to other
immune mediators [52,53]. It is also important to note
that infectious diseases occur through complex and
multifactorial mechanisms [10,22,36,47,53,54], and as
such, in populations in which there is likely to be mul-
tiple co-infections, it would be critical to delineate and
stratify them into those with clearly defined disease sta-
tus and carry out a comprehensive analyses of an all in-
clusive immune mediator analyses to shed more light
into those immune mediators that significantly alter
malaria disease outcomes.

Conclusion
The current study reports for the first time, the associ-
ation between the IL-13 promoter polymorphisms and
haplotypes (IL-13 -7402 T < G/ and -4729G/A) and
SMA in parasitemic children below 3 years of age in a
P. falciparum malaria holoendemic transmission area of
western Kenya. Even though the IL-13 promoter geno-
types and haplotypes did not independently alter circu-
lating IL-13 levels, carriage of the -7402 T/-4729A (TA)
haplotype appeared to be genetically predisposed to de-
velopment of SMA once the children acquired P. falcip-
arum malaria. It would be important to carry out
additional studies in independent populations experien-
cing different malaria disease outcome(s) to validate
these findings.



Okeyo et al. BMC Immunology 2013, 14:15 Page 7 of 8
http://www.biomedcentral.com/1471-2172/14/15
Ethical approval
The study was approved by the Ethics Review Commit-
tee of the Kenya Medical Research Institute. Informed
written consent was obtained from the parent or legal
guardian of all children participating in the study.

Competing interests
The authors declare that they have no competing interests.

Authors’ contribution
WAO, EOM, ER, JMV, JMO, DJP and CO designed, carried out the survey
studies in the rural population and participated in the drafting of the
manuscript. WO and SBA performed the statistical analyses and participated
in the drafting of the manuscript. All authors read and approved the final
manuscript.

Authors’ information
Department of Biomedical Sciences and Technology, Maseno University,
Maseno, Kenya (WAO and EOM); Lecturer, Department of Medical
Biochemistry, Maseno University, Maseno, Kenya (WO and SBO); Lecturer,
Department of Medical Laboratory Sciences, School of Health Sciences,
Masinde Muliro University of Science and Technology, Kakamega, Kenya (ER);
Centre for Global Health Research, Kenya Medical Research Institute, Kisumu,
Kenya (JMV); Research Officer, University of New Mexico/KEMRI Laboratories
of Parasitic and Viral Diseases, Centre for Global Health Research, Kenya
Medical Research Institute, Kisumu, Kenya (JMO); Professor and Director,
Center for Global Health, Department of Internal Medicine, University of New
Mexico, Health Sciences Centre, Albuquerque, NM, USA (DJP); Associate
Professor, Department of Biomedical Sciences and Technology, and Director,
Research, Publications and Consultancies, Maseno University, Maseno,
Kenya (CO).

Acknowledgements
Our sincere gratitude to the parents/guardians of the study participants and
the children that participated in the study. We also extend our appreciation
to the Siaya District Hospital and the entire University of New Mexico staff
for clinical support and sample collection and processing.

Financial support
This work was partially supported by grants from the National Institute of
Health [7R01-TW008306-05 (CO) and TW05884-05 (DJP)] and the Royal
Society Pfizer Award funds (courtesy of CO for being the best African
scientist for the year 2010). Part of this work was presented at the 61st

annual American Society for Tropical Medicine and Hygiene (ASTMH,
Abstract # 1184).

Author details
1Department of Biomedical Sciences and Technology, School of Public
Health and Community Development, Maseno University, Maseno, Kenya.
2Department of Medical Biochemistry, School of Medicine, Maseno
University, Maseno, Kenya. 3Department of Medical Laboratory Sciences,
School of Health Sciences, Masinde Muliro University of Science and
Technology, Kakamega, Kenya. 4Center for Global Health Research, Kenya
Medical Research Institute, Kisumu, Kenya. 5University of New Mexico/KEMRI
Laboratories of Parasitic and Viral Diseases, Centre for Global Health
Research, Kenya Medical Research Institute, Kisumu, Kenya. 6Center for Global
Health, Department of Internal Medicine, University of New Mexico, Health
Sciences Centre, Albuquerque, NM, USA. 7Directorate of Research,
Publications and Consultancies, Maseno University, Kisumu-Busia Road,
Private Bag, Maseno, Kenya.

Received: 25 November 2012 Accepted: 18 March 2013
Published: 25 March 2013

References
1. WHO: World Malaria Report 2010. Geneva: World Health Organization; 2010.
2. WHO: World Malaria Report 2011. Geneva: World Health Organization; 2011.
3. WHO: World Malaria Report 2008. Geneva: World Health Organization; 2008.
4. WHO: The World health report 2000. Geneva: World Health Organization; 2000.
5. Bloland PB, Boriga DA, Ruebush TK, McCormick JB, Roberts JM, Oloo AJ,
Hawley W, Lal A, Nahlen B, Campbell CC: Longitudinal cohort study of the
epidemiology of malaria infections in an area of intense malaria
transmission II, Descriptive epidemiology of malaria infection and
disease among children. AmJTrop Med Hyg 1999, 60(4):641–648.

6. Obonyo CO, Vulule J, Akhwale WS, Grobbee DE: In-hospital morbidity and
mortality due to severe malarial anemia in western Kenya. AmJTrop Med
Hyg 2007, 77(6 Suppl):23–28.

7. Dzeing-Ella A, Nze Obiang PC, Tchoua R, Planche T, Mboza B, Mbounja M,
Muller-Roemer U, Jarvis J, Kendjo E, Ngou-Milama E, et al: Severe
falciparum malaria in Gabonese children: clinical and laboratory features.
Malar J 2005, 4:1.

8. Mockenhaupt FP, Ehrhardt S, Burkhardt J, Bosomtwe SY, Laryea S, Anemana
SD, Otchwemah RN, Cramer JP, Dietz E, Gellert S, et al: Manifestation and
outcome of severe malaria in children in northern Ghana. AmJTrop Med
Hyg 2004, 71(2):167–172.

9. Ong’echa JM, Keller CC, Were T, Ouma C, Otieno RO, Landis-Lewis Z, Ochiel
D, Slingluff JL, Mogere S, Ogonji GA, et al: Parasitemia, anemia, and
malarial anemia in infants and young children in a rural holoendemic
Plasmodium falciparum transmission area. AmJTrop Med Hyg 2006,
74(3):376–385.

10. Berkley J, Mwarumba S, Bramham K, Lowe B, Marsh K: Bacteraemia
complicating severe malaria in children. Trans R Soc Trop Med Hyg 1999,
93(3):283–286.

11. Ouma C, Davenport GC, Were T, Otieno MF, Hittner JB, Vulule JM, Martinson
J, Ong’echa JM, Ferrell RE, Perkins DJ: Haplotypes of IL-10 promoter
variants are associated with susceptibility to severe malarial anemia and
functional changes in IL-10 production. Hum Genet 2008, 124(5):515–524.

12. Ouma C, Keller CC, Opondo DA, Were T, Otieno RO, Otieno MF, Orago AS,
Ong’Echa JM, Vulule JM, Ferrell RE, et al: Association of FCgamma receptor
IIA (CD32) polymorphism with malarial anemia and high-density
parasitemia in infants and young children. AmJTrop Med Hyg 2006,
74(4):573–577.

13. Preuss J, Jortzik E, Becker K: Glucose-6-phosphate metabolism in
Plasmodium falciparum. IUBMB Life 2012, 64(7):603–611.

14. Villamor E, Mbise R, Spiegelman D, Ndossi G, Fawzi WW: Vitamin A
supplementation and other predictors of anemia among children from
Dar Es Salaam. Tanzania. Am J Trop Med Hyg 2000, 62(5):590–597.

15. Kwiatkowski DP, Luoni G: Host genetic factors in resistance and
susceptibility to malaria. Parassitologia 2006, 48(4):450–467.

16. Maheshwari RK: The role of cytokines in malaria infection. Bull World
Health Organ 1990, 68(Suppl):138–144.

17. Ong’echa JM, Davenport GC, Vulule JM, Hittner JB, Perkins DJ: Identification
of inflammatory biomarkers for pediatric malarial anemia severity using
novel statistical methods. Infect Immun 2011, 79(11):4674–4680.

18. Ito T, Suzuki S, Kanaji S, Shiraishi H, Ohta S, Arima K, Tanaka G, Tamada T,
Honjo E, Garcia KC, et al: Distinct structural requirements for interleukin-4
(IL-4) and IL-13 binding to the shared IL-13 receptor facilitate cellular
tuning of cytokine responsiveness. J Biol Chem 2009, 284(36):24289–24296.

19. Junttila IS, Mizukami K, Dickensheets H, Meier-Schellersheim M, Yamane H,
Donnelly RP, Paul WE: Tuning sensitivity to IL-4 and IL-13: differential
expression of IL-4Ralpha, IL-13Ralpha1, and gammac regulates relative
cytokine sensitivity. J Exp Med 2008, 205(11):2595–2608.

20. Wynn TA: IL-13 effector functions. Annu Rev Immunol 2003, 21:425–456.
21. Brombacher F: The role of interleukin-13 in infectious diseases and

allergy. Bioessays 2000, 22(7):646–656.
22. Kiyohara C, Tanaka K, Miyake Y: Genetic susceptibility to atopic dermatitis.

Allergol Int 2008, 57(1):39–56.
23. Seki T, Kumagai T, Kwansa-Bentum B, Furushima-Shimogawara R, Anyan WK,

Miyazawa Y, Iwakura Y, Ohta N: Interleukin-4 (IL-4) and IL-13 suppress
excessive neutrophil infiltration and hepatocyte damage during acute
murine schistosomiasis japonica. Infect Immun 2012, 80(1):159–168.

24. Flori L, Kumulungui B, Aucan C, Esnault C, Traore AS, Fumoux F, Rihet P:
Linkage and association between Plasmodium falciparum blood infection
levels and chromosome 5q31-q33. Genes Immun 2003, 4(4):265–268.

25. Isnard A, Kouriba B, Doumbo O, Chevillard C: Association of rs7719175,
located in the IL13 gene promoter, with Schistosoma haematobium
infection levels and identification of a susceptibility haplotype. Genes
Immun 2011, 12(1):31–39.

26. Kouriba B, Chevillard C, Bream JH, Argiro L, Dessein H, Arnaud V, Sangare L,
Dabo A, Beavogui AH, Arama C, et al: Analysis of the 5q31-q33 locus



Okeyo et al. BMC Immunology 2013, 14:15 Page 8 of 8
http://www.biomedcentral.com/1471-2172/14/15
shows an association between IL13-1055C/T IL-13-591A/G
polymorphisms and Schistosoma haematobium infections. J Immunol
2005, 174(10):6274–6281.

27. Parate PN, de Wang Y, Chew FT: Linkage disequilibrium pattern in asthma
candidate genes from 5q31-q33 in the Singapore Chinese population.
Ann Hum Genet 2010, 74(2):137–145.

28. Simmonds MJ, Yesmin K, Newby PR, Brand OJ, Franklyn JA, Gough SC:
Confirmation of association of chromosome 5q31-33 with United
Kingdom Caucasian Graves’ disease. Thyroid 2010, 20(4):413–417.

29. Malaguarnera L, Imbesi RM, Pignatelli S, Simpore J, Malaguarnera M,
Musumeci S: Increased levels of interleukin-12 in Plasmodium falciparum
malaria: correlation with the severity of disease. Parasite Immunol 2002,
24(7):387–389.

30. Namkung JH, Lee JE, Kim E, Kim HJ, Seo EY, Jang HY, Shin ES, Cho EY, Yang
JM: Association of polymorphisms in genes encoding IL-4, IL-13 and
their receptors with atopic dermatitis in a Korean population. Exp
Dermatol 2011, 20(11):915–919.

31. Ohashi J, Naka I, Patarapotikul J, Hananantachai H, Looareesuwan S,
Tokunaga K: A single-nucleotide substitution from C to T at position
−1055 in the IL-13 promoter is associated with protection from severe
malaria in Thailand. Genes Immun 2003, 4(7):528–531.

32. Ying X, Zhang R, Yu S, Wu J, Wang H: Association of interleukin-13 SNP
rs1800925 with allergic rhinitis risk: A meta-analysis based on 1,411
cases and 3169 controls. Gene 2012, 506(1):179–183.

33. Yang H, Dong H, Dai Y, Zheng Y: Association of interleukin-13 C-1112 T
and G + 2044A polymorphisms with asthma: a meta-analysis. Respirology
2011, 16(7):1127–1135.

34. Minakawa N, Dida GO, Sonye GO, Futami K, Njenga SM: Malaria vectors in
Lake Victoria and adjacent habitats in western Kenya. PLoS One 2012,
7(3):e32725.

35. McElroy PD, Lal AA, Hawley WA, Bloland PB, Kuile FO, Oloo AJ, Harlow SD,
Lin X, Nahlen BL: Analysis of repeated hemoglobin measures in full-term,
normal birth weight Kenyan children between birth and four years of
age, III. The Asemobo Bay Cohort Project. AmJTrop Med Hyg 1999,
61(6):932–940.

36. Aidoo M, Terlouw DJ, Kolczak MS, McElroy PD, ter Kuile FO, Kariuki S, Nahlen
BL, Lal AA, Udhayakumar V: Protective effects of the sickle cell gene against
malaria morbidity and mortality. Lancet 2002, 359(9314):1311–1312.

37. Otieno RO, Ouma C, Ong’echa JM, Keller CC, Were T, Waindi EN, Michaels
MG, Day RD, Vulule JM, Perkins DJ: Increased severe anemia in HIV-1
-exposed and HIV-1-positive infants and children during acute malaria.
AIDS 2006, 20(2):275–280.

38. Were T, Davenport GC, Hittner JB, Ouma C, Vulule JM, Ong’echa JM, Perkins
DJ: Bacteremia in Kenyan children presenting with malaria. J Clin
Microbiol 2011, 49(2):671–676.

39. HapMap: The International HapMap Project. Nature 2003, 426:789–796.
40. Thawani N, Tam M, Stevenson MM: STAT6-mediated suppression of

erythropoiesis in an experimental model of malarial anemia.
Haematologica 2009, 94(2):195–204.

41. Hershey GK: IL-13 receptors and signaling pathways: an evolving web.
J Allergy Clin Immunol 2003, 111(4):677–690. quiz 691.

42. Jiang H, Harris MB, Rothman P: IL-4/IL-13 signaling beyond JAK/STAT.
J Allergy Clin Immunol 2000, 105(6 Pt 1):1063–1070.

43. Ueta M, Sotozono C, Inatomi T, Kojima K, Hamuro J, Kinoshita S: Association
of combined IL-13/IL-4R signaling pathway gene polymorphism with
Stevens-Johnson syndrome accompanied by ocular surface
complications. Invest Ophthalmol Vis Sci 2008, 49(5):1809–1813.

44. Cabantous S, Poudiougou B, Oumar AA, Traore A, Barry A, Vitte J, Bongrand
P, Marquet S, Doumbo O, Dessein AJ: Genetic evidence for the
aggravation of Plasmodium falciparum malaria by interleukin 4. J Infect
Dis 2009, 200(10):1530–1539.

45. Denizot Y, Turlure P, Bordessoule D, Trimoreau F, Praloran V: Serum IL-10
and IL-13 concentrations in patients with haematological malignancies.
Cytokine 1999, 11(8):634–635.

46. Minty A, Chalon P, Derocq JM, Dumont X, Guillemot JC, Kaghad M, Labit C,
Leplatois P, Liauzun P, Miloux B, et al: Interleukin-13 is a new human
lymphokine regulating inflammatory and immune responses. Nature
1993, 362(6417):248–250.

47. Ayimba E, Hegewald J, Segbena AY, Gantin RG, Lechner CJ, Agosssou A,
Banla M, Soboslay PT: Proinflammatory and regulatory cytokines and
chemokines in infants with uncomplicated and severe Plasmodium
falciparum malaria. Clin Exp Immunol 2011, 166(2):218–226.

48. Quelhas D, Puyol L, Quinto L, Nhampossa T, Serra-Casas E, Macete E, Aide P,
Sanz S, Aponte JJ, Doolan DL, et al: Intermittent preventive treatment
with sulfadoxine-pyrimethamine does not modify plasma cytokines and
chemokines or intracellular cytokine responses to Plasmodium
falciparum in Mozambican children. BMC Immunol 2012, 13:5.

49. Sinha S, Qidwai T, Kanchan K, Jha GN, Anand P, Pati SS, Mohanty S, Mishra
SK, Tyagi PK, Sharma SK, et al: Distinct cytokine profiles define clinical
immune response to falciparum malaria in regions of high or low
disease transmission. Eur Cytokine Netw 2010, 21(4):232–240.

50. Martinez FO, Helming L, Gordon S: Alternative activation of macrophages: an
immunologic functional perspective. Annu Rev Immunol 2009, 27:451–483.

51. Breman JG, Egan A, Keusch GT: The intolerable burden of malaria: a new
look at the numbers. AmJTrop Med Hyg 2001, 64(1–2 Suppl):iv–vii.

52. Gatlin MR, Black CL, Mwinzi PN, Secor WE, Karanja DM, Colley DG:
Association of the gene polymorphisms IFN-gamma +874, IL-13–1055
and IL-4–590 with patterns of reinfection with Schistosoma mansoni.
PLoS Negl Trop Dis 2009, 3(2):e375.

53. Steinauer ML, Hanelt B, Agola LE, Mkoji GM, Loker ES: Genetic structure of
Schstosoma mansoni in western Kenya: the effects of geography and
host sharing. Int J Parasitol 2009, 39(12):1353–1362.

54. Balaresque PL, Ballereau SJ, Jobling MA: Challenges in human genetic
diversity: demographic history and adaptation. Hum Mol Genet 2007,
16(Spec No. 2):R134–R139.

doi:10.1186/1471-2172-14-15
Cite this article as: Okeyo et al.: Interleukin (IL)-13 promoter
polymorphisms (−7402 T/G and -4729G/A) condition susceptibility to
pediatric severe malarial anemia but not circulating IL-13 levels. BMC
Immunology 2013 14:15.
Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit


	Abstract
	Background
	Methods
	Study site
	Study participants
	Sample processing
	DNA extraction
	IL-13 genotyping
	Cytokine measurements
	Data management and analysis

	Results
	Demographic, clinical, and laboratory characteristics of the study participants
	Distribution of individual IL-13 promoter variants in the clinical groups
	Association between individual IL-13 promoter polymorphisms and SMA
	Distribution of IL-13 promoter haplotypes in the clinical groups
	Association between IL-13 promoter haplotypes and SMA
	Functional relationship between IL-13 promoter variants and circulating IL-13 levels

	Discussion
	Conclusion
	Ethical approval
	Competing interests
	Authors’ contribution
	Authors’ information
	Financial support
	Author details
	References

