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Abstract

To study the long term the effects of chronic exposure to P. falciparum malaria on Epstein—Barr
virus (EBV) reactivation in children, EBV-specific antibody levels were measured in a cross-
sectional survey of two groups of Kenyan children with divergent malaria exposure, varying in
age from 1 to 14 years. A total of 169 children were analyzed within three age groups (1-4 years,
5-9 years and 10-14 years). Using a Luminex assay, elevated levels of 1gG to EBV lytic and
latent antigens were observed in children from the holoendemic malaria area; these remained
elevated for each age group studied. In comparison, children from the sporadic malaria area had
lower levels of EBV-specific IgG antibodies and these levels declined across age groups. These
data suggest that chronic exposure to malaria may lead to long-term EBV reactivation.
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Introduction

Endemic Burkitt's lymphoma is the most prevalent childhood cancer in equatorial Africa,
with a peak incidence in children aged 6-7 years [Mwanda et al., 2004]. Infection by
Epstein—Barr virus (EBV) and a high degree of exposure to Plasmodium falciparum malaria
are recognized generally as pre-requisites in the etiology of endemic Burkitt's lymphoma
[Dalldorf et al., 1964; Kafuko and Burkitt, 1970; de-The et al., 1978; Rochford et al., 2005].
While additional factors are likely to be essential in the pathogenesis of endemic Burkitt's
lymphoma, both reactivation of EBV by P. falciparum infection [Rochford et al., 2005;
Donati et al., 2006b; Chene et al., 2007], as well as suppression of EBV-specific T-cell
responses by P. falciparum [Moormann et al., 2007] are thought to be major factors leading
to the development of endemic Burkitt's lymphoma.
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A number of recent publications have described the effects of both acute, as well as chronic
P. falciparum infection on EBV reactivation and control. It was shown recently that plasma
EBV DNA levels decrease after treatment of acute P. falciparum malaria [Donati et al.,
2006a], and that red blood cells infected with P. falciparum can reactivate directly EBV
from B cells through the interaction of CIDR1a with the Fcy receptor [Chene et al., 2007]. It
has been shown earlier that EBV DNA levels are increased in healthy children living in
malaria holoendemic areas, as compared with children living in areas with sporadic
transmission of malaria [Moormann et al., 2005], whether they are infected acutely or not
[Rasti et al., 2005]. Evidence that chronic P. falciparum-induced reactivation of EBV can be
a major factor leading to endemic Burkitt's lymphoma derives from early prospective studies
in Uganda, where it was discovered that children with endemic Burkitt's lymphoma had
elevated levels of 1gG to the EBV viral capsid antigen (VCA) before the onset of disease
[de-The et al., 1978; Geser et al., 1982]. In addition, two recent studies in Uganda and
Malawi have shown a strong association between endemic Burkitt's lymphoma, recent
exposure to malaria, and elevated titers of EBV-specific antibodies [Carpenter et al., 2008;
Mutalima et al., 2008].

Typically, in healthy EBV carriers, both the EBV VCA and Epstein—Barr nuclear antigen
(EBNA)1-specific 1gG are detectable for life, whereas the early antigen diffuse (EAd)-
specific IgG falls relatively more rapidly after primary infection [Miller, 1990]. Detection of
EAd at high levels in latent EBV infection has been associated with reactivation of EBV
[Rahman et al., 1991]. Z trans-activation antigen (Zta) (also known as ZEBRA\) is an EBV
immediate early protein, which does not usually induce 1gG in healthy individuals.
However, the presence of Zta-specific 1gG has been associated with EBV reactivation in
several disease settings [Miller, 1990; Tedeschi et al., 1995; Chan et al., 2003; Donati et al.,
2006a]. Little is known whether Zta-specific 1gG is detectable in children.

In earlier studies, an interesting discrepancy was observed between the age at which EBV
DNA is elevated in young children from a holoendemic malaria area (i.e., 1-4 years), and
the age at EBV-specific T-cell responses were inhibited (namely 5-9 years) [Moormann et
al., 2005, 2007]. The latter also corresponds to the age of peak incidence of endemic
Burkitt's lymphoma [Mwanda et al., 2004]. Thus, it was hypothesized that the levels of EBV
DNA in children from malaria endemic areas may not be the best reflection of the degree of
reactivation of EBV virus over long periods of time. In contrast, EBV-specific antibody
levels may provide a more accurate image of EBV reactivation over time, and a better
understanding of the elusive pattern of age distribution of endemic Burkitt's lymphoma.
However, there is little data on the patterns of EBV-specific antibodies in children with
divergent exposure to P. falciparum malaria. To evaluate how exposure to holoendemic P.
falciparum malaria affects the levels of EBV-specific 1gG, a comparison was made between
EBV-specific antibodies in children from the Kisumu region of Kenya, where there is
holoendemic malaria transmission, and in children from the Nandi region with sporadic
malaria transmission. To enable the measurement of IgG to several EBV antigens within
limited plasma samples from young children, a Luminex-based suspension bead assay was
developed, allowing the determination of levels of IgG to four different EBV antigens
(EBNA, VCA, EAd and Zta) within the same sample. In this publication serological data are
presented which suggest that EBV reactivation persists at a higher level across increasing
age groups in children exposed chronically to P. falciparum, as compared to children with
sporadic exposure to P. falciparum.
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Materials and Methods

Study Participants and Area

Samples were collected from study participants in 2 epidemiologically distinct areas of
western Kenya [Moormann et al., 2005]. In the present study, a subset of samples described
in an earlier study was used based on availability of samples; this did not alter significantly
the age composition of the groups [Moormann et al., 2005]. The first study site was in
Nyanza Province, Kisumu District, in the sublocation of Kanyawegi (herein referred to as
“Kisumu”) where malaria transmission is holoendemic, and which is a high-risk area for
endemic Burkitt's lymphoma [Rainey et al., 2007]. The second study site was in Rift Valley
Province, Nandi District, in the sublocation of Kipsamoite (herein referred to as “Nandi”).
Malaria transmission in this area is unstable and associated with periodic outbreaks of
malaria morbidity. In this study, plasma from children 1 to 14 years of age was analyzed,
with a roughly equal representation of children 1-4, 5-9, and 10-14 years of age from each
study site, as indicated in Table I. Children were recruited amongst healthy children within
the communities of the study areas. All children were healthy at time of sampling. Approval
for the study was obtained from the Kenya Medical Research Institute (KEMRI) National
Ethical Review Committee and the Institutional Review Board for Human Studies at
University Hospitals of Cleveland, CWRU, University of Michigan, and SUNY Upstate
Medical University. Written, informed consent was obtained from the guardians of study
participants.

EBV Antigens

EBV-specific 1gG was detected using 4 synthetic peptides covering immunodominant
epitopes of the viral capsid antigen P18 (VCA), EBV nuclear antigen 1 (EBNAL), diffuse
early antigen complex (EAd) and immediate early protein (Zta) antigens of EBV [Fachiroh
et al., 2006 and unpublished data by Jaap Middeldorp].

Luminex Assay

Statistics

Carboxylated microspheres (Luminex, Austin, TE) were coupled to EBV antigens using the
manufacturers protocol, and as described by others [Komatsu et al., 2004], with slight
modifications. Briefly, 20 ug of peptide was coupled to 1x108 pre-activated microspheres in
500 pl of 100 MM MES pH 6.0 buffer, beads were washed and stored in PBS, 0.1% BSA,
0.02% Tween-20, 0.05% Azide, pH 7.4 at 4°C until use. Antigen-specific 1gG was detected
by incubating 1,000 beads of each antigen per well with plasma diluted at 1:100, in a final
volume of 100 pl. After washing, a 1:200 dilution of PE-conjugated Goat F(ab), Anti
Human IgG (Biosource, Camarillo, CA) was added. At least 75 beads of each region/antigen
were then acquired on a Bioplex reader (Bio-Rad, Hercules, CA). EBV seronegative and
positive controls were used on each plate. The results of the assay were expressed as the
mean fluorescence intensity (MFI) of at least 75 beads for each EBV antigen. The assay was
validated against conventional ELISA [Fachiroh et al., 2006], with good correlations
between ELISA results and Luminex results for all four EBV antigens (Spearman's
correlation 0.752-0.983, P < 0.005).

Levels of antigen-specific 1gG in the groups of children from Kisumu and Nandi were
compared using Mann-Whitney U test. Correlations between levels of antigen-specific 1gG
and age were calculated using Spearman's rho test. All tests of statistical significance
assume two-tailed alpha = 0.05 and used SPSS version 16.0.

J Med Virol. Author manuscript; available in PMC 2011 July 13.
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Results and Discussion

Increased Levels of EBV-Specific IgG in Children From Kisumu Compared to Nandi

Children

Using the luminex-based assay, EBV-specific 1gG levels for VCA, EAd, Zta, and EBNA
were determined in plasma obtained from Kisumu and Nandi children, as summarized in
Table 1l. Median VCA-specific 1gG levels were 27,558 MFI in Kisumu versus 25,540 MFI
in Nandi (Fig. 1A), median EBNA-specific 1gG levels 26,750 MFI in Kisumu versus 24,490
MFI in Nandi (Fig. 1B), median Zta-specific 1gG levels 1,190 MFI in Kisumu versus 519
MFI in Nandi (Fig. 1C) and median EAd-specific 1gG levels 2,212 MFI in Kisumu versus
584 MFI in Nandi (Fig. 1D). These results demonstrate that 1gG specific for the EBV lytic
antigen Zta is readily detectable in children. Using the Mann—Whitney U test, it was found
that EBV-specific antibody levels were significantly elevated in children from Kisumu as
compared to Nandi for all four EBV antigens (P-values <0.005) (Fig. 1). This difference was
also found when analyzing age groups separately, with levels of EBV-specific antibodies
being more elevated in Kisumu children as compared to Nandi children across all three age
groups as defined in Table I (data not shown). These results suggest that there may be an
increased production of EBV-specific IgG in response to EBV reactivation in children living
in a holoendemic malaria area compared to children from an area with sporadic malaria
transmission.

High Levels of EBV-Specific IgG Are Maintained in Kisumu Children With Increasing Age,
But Decrease Across Age Groups in Nandi Children

In a previous study, it was observed that EBV DNA load is significantly higher in the
youngest age group (e.g., 1-4 years old) in Kisumu compared to same age group in Nandi
[Moormann et al., 2005]. To study whether antibody levels were also correlated with age,
antibody levels were correlated with age in the Kisumu and Nandi children separately, using
Spearman'’s correlation statistic (Fig. 2). Interestingly, a positive correlation of EAd-specific
IgG with age was found in children from Kisumu, with an increase in antibody levels
correlating with an increase in age (EAd: rho = 0.285, P = 0.021, Rho 95% confidence
interval (Rho CI) = 0.045-0.494). However, no significant correlation between age and
antibody levels was found in the Kisumu children for 1gG to VCA, EBNAL, or Zta (Kisumu
VCA: rho = —0.098, n.s.; EBNA1: —0.220, n.s.; Zta: 0.225, n.s.). Clinically, elevated levels
of EAd are indicative of EBV reactivation [Rahman et al., 1991]. These data suggest that
over time, the children in Kisumu experience greater incidence of events that induce EBV
reactivation. In contrast, in children from Nandi, an inverse correlation was observed
between age and 1gG levels for all four EBV antigens tested, with a decrease in antibody
levels as age increased (Nandi VCA: —0.203, P = 0.040*, Rho CI =—0.382 to —0.009;
EBNA1: —0.332, P < 0.005*, Rho Cl=—0.494 to —0.148; Zta: —0.231, P = 0.020*, Rho CI
= —0.407 to —0.039; EAd: —0.247, P = 0.012*, Rho Cl = —0.421 to —0.056).

In summary, this study shows that levels of EBV-specific antibodies in children chronically
exposed to P. falciparum malaria remain high across groups with increasing age, while they
decrease with age in children from an area with sporadic malaria transmission. This would
suggest that the likelihood for persistent reactivation of EBV is increased in Kisumu
children, possibly caused by chronic P. falciparum infection. In contrast, EBV-specific
antibodies decrease with age in children from an area with sporadic malaria transmission
who are not submitted to such an intense pressure of repeated P. falciparum infections.
Interestingly, in earlier studies on EBV DNA levels in children from this area [Moormann et
al., 2005], a decrease of EBV viral load with age was noted in children from Kisumu which
contrasts to the increasing EBV-specific antibody titers. These data support the hypothesis
that measurement of EBV-specific 1gG may provide a better image of the long-term effects
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of malaria on reactivation of EBV. Furthermore, they reinforce the view that repeated
stimulation of the B-cell pool and subsequent reactivation of EBV from these cells are an
essential part of the pathogenesis of endemic Burkitt's lymphoma [de-The et al., 1978;
Donati et al., 2004, 2006b; Chene et al., 2007]. Together, these data support a model for the
development of endemic Burkitt's lymphoma whereby long-term, chronic malaria infection
and corresponding reactivation of EBV are prerequisite factors in the development of
disease [de-The et al., 1978; Geser et al., 1982; Rochford et al., 2005; Carpenter et al., 2008;
Mutalima et al., 2008].
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TABLE |
Numbers of Children in Each Study Site

Site Total no. of children Mean age?  Age group  No. of children per age group
1-4 19
Kisumu 67 7.1 5-9 30
10-14 18
1-4 31
Nandi 102 7.4 5-9 39
10-14 32

aP—value of t-test = 0.520.
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TABLE Il
Median Levels and Interquartile Range of 1gG Specific for the Different EBV Antigens

Site VCA I1gG& EBNAL1 IgG2 Zta 1gG2 EAd IgG2
Kisumu (n=67) 27,558 (25,170-30,924) 26,750 (25,051-30,537) 1,190 (387-8,975) 2,212 (1,024-8,881)
Nandi (1 =102) 25,540 (20,471-26,807) 24,490 (10,500-25,839) 519 (141-1,829) 584 (212-1,232)
P-valued <0.005 <0.005 <0.005 <0.005

aResuIts shown represent the median of the median fluorescent intensity (MFI of >75 beads) for each EBV antigen. The interquartile range is
given between brackets for each antigen.

b . . . . . .
Comparison of Kisumu with Nandi results, using Mann-Whitney U test.
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