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ABSTRACT 

Malaria, the world‟s most important tropical parasitic disease is caused by Plasmodium 

species. Infection with Plasmodium falciparum can result in one of three possible disease 

outcomes: Asymptomatic (AS), Uncomplicated Malaria (UM) or Severe Malaria (SM). 

Information on host genetic factors and parasite genetic diversity can improve understanding of 

the disease pathogenesis. In this study, the genetic diversity of P. falciparum isolates as well as 

polymorphisms in host cytokine genes was investigated in relation to the outcome of P. 

falciparum infection. 

Four hundred and thirty-seven children recruited from the Specialist Hospital, Lafia, 

Nasarawa State were assigned into UM or SM based on malaria severity, determined by clinical 

and laboratory diagnoses. Asymptomatic children recruited from primary schools within the 

study location constituted the control group (AS). Plasmodium falciparum infection was 

confirmed by PCR-based assay of SSUrRNA genes. Genetic diversity of P. falciparum was 

analyzed by genotyping the polymorphic domains of the Merozoite Surface Protein 2 (MSP-2). 

Host cytokine genes investigated included Interleukin-18 (IL-18), IL-18 receptor alpha (IL-18Rα) 

and Tumour Necrosis Factor alpha (TNF-α). Sequencing of MSP-2 gene and of the pro-

inflammatory cytokines was carried out using ABI PRISM
®
 3100. Sequences were analyzed 

using the BioEdit Sequence Alignment software. Genotype and allelic frequencies were analyzed 

by Chi-square test. The level of significance was set at P=0.05.  

All participants had P. falciparum infection. Polyclonality was significantly higher in the 

AS (61%) and UM (60%) groups compared with the SM (34%) group. Mean multiple infections 

was 2.1 ±1.0 in AS, 2.0 ±1.0 in UM and 1.3 ±0.6 in SM. A total of 32, 35 and 28 distinct MSP-2 

alleles were found in the AS, UM and SM groups respectively. Frequency of the 3D7 allele type 

was significantly higher in UM (51%) and SM (54%) groups compared to the AS group (38%). 

Sequence analysis of the central variable region of the MSP-2 gene showed that the FC27-type 

sequence was characterised by two unique subtypes and hybrid sharing sequence with the two 

subtypes. The 3D7-type sequence was characterised by three subtypes of repetitive domains: a 

GSA-rich repeat unit, a TPA repeat motif and a poly-Threonine stretch. Three single nucleotide 

polymorphisms (SNPs): -656G/T, -607C/A and -137G/C were identified at the promoter region 
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of IL-18 gene. The -656G/T and -607C/A SNPs were found to be in complete linkage 

disequilibrium. The genotype frequency of -607AA was significantly higher in the AS group 

compared to SM cases (χ
2
=4.26, P<0.05). Likewise, four SNPs were identified at the promoter 

and Exon 1 of the IL-18Rα: -661T/C, -175G/A, -93C/T and Ex1 +21C/G but none was associated 

with disease outcome based on statistical level of significance. Exons 2 to 11 of IL-18Rα gene 

were relatively conserved. Furthermore, two SNPs: -308G/A and -238G/A were identified at the 

promoter region of TNF-α but none was associated with disease outcome. 

Plasmodium falciparum was found to be genetically heterogeneous. Higher carriage of 

Plasmodium falciparum 3D7 alleles indicates higher risk of developing symptomatic malaria. 

There was association between IL18 -607AA genotype and asymptomatic infection, probably 

indicating a protective role. 

Keywords: Plasmodium falciparum, Merozoite, Cytokine, Polymorphism, Disease outcome.  

Word count: 498 
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CHAPTER ONE 

INTRODUCTION 

 

1.1 Background to the Study 

Malaria is the world‟s most prevalent and by far, the world‟s most important tropical 

parasitic disease (Garcia et al., 1995; WHO, 2000b; Garcia, 2010). It is a global health 

problem and a threat to about 40% of the world‟s population (WHO, 2003b). It has been 

estimated that about 300-500 million clinical cases occur each year and more than one 

million people die from the disease annually, mostly infants, young children and pregnant 

women (WHO, 2000b, 2009; Murray et al., 2012).  

Malaria exerts its heaviest toll in Africa, where around 90% of the more than a 

million deaths from malaria occur each year (WHO, 2003a; Snow et al., 2005). The largest 

population at risk of the disease in Africa is in Nigeria, where malaria is a major public 

health problem (WHO, 2008b), accounting for about 65% of hospital cases and resulting in 

the death of close to 300,000 children annually (WHO/UNICEF, 2005; FMOH, 2008).  

Human malaria is traditionally known to be caused by four species of plasmodial 

parasites: Plasmodium falciparum, P. vivax, P. ovale and P. malariae. A fifth species, 

Plasmodium  knowlesi, previously known to infect rhesus monkeys has now been found to 

be widely distributed in human population in Malaysia with the potential to cause disease 

and deaths (Cox-Singh et al., 2008, 2010). Malaria parasites are usually transmitted by the 

bites of infected female Anopheles mosquitoes. Africa is home to three major malaria 

vectors: Anopheles gambiae, Anopheles funestus and Anopheles arabiensis (Collins et al., 

2000; Rizzo et al., 2011).  

 P. falciparum  is the most virulent species of human malaria parasites (Gupta et al., 

1994; Chen et al., 2000). It has been estimated that about 2.37 billion people worldwide, are 

at risk of P. falciparum  infection alone (Guerra et al., 2008). In sub-Saharan Africa, most 

malaria infections are caused by P. falciparum  where it is one of the most common causes 
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of childhood morbidity and mortality (Snow et al., 2005; WHO, 2005). Infections with P. 

falciparum can lead to different degrees of illness which initially starts as symptomless or 

asymptomatic infection; but may progress to acute uncomplicated disease, or to life-

threatening severe forms (Snow et al., 2005; WHO 2000). However, the vast majority of 

malaria cases still present as non-specific febrile illnesses that are relatively easily 

terminated by either antimalarial treatment or, eventually, by host responses. Only a small 

proportion of cases, approximately 1%, progress to severe life-threatening disease 

(Mackintosh et al., 2004; WHO/UNICEF, 2005). The reasons for these differences are not 

fully understood. However, several studies have suggested that variability in the clinical 

outcome of P. falciparum  infection may be a consequence of heterogeneity in parasite 

phenotypes and host factors (Craig et al., 2000; Migot-Nabias et al., 2000; Conway, 2007; 

Olotu et al., 2012).  

Several parasite factors have been shown to influence the clinical outcome of 

malaria. High propagation capacity of parasites, leading to high parasite loads and 

subsequent depletion/destruction of erythrocytes is a key factor that contributes to the 

clinical features of malaria (Haldar et al., 2007). The unique ability of P. falciparum  

infected RBCs to adhere to vascular endothelium (cytoadherence) and to non-infected 

erythrocytes (rosetting) is also a major contributor to the clinical manifestations of malaria 

(Kyes et al., 2001; Doumbo et al., 2009; Fatih et al., 2012). In addition, the malaria parasite 

has a notorious survival mechanism- the ability to undergo almost unlimited antigenic 

variation through changing the antigens on the infected red cell surface (Chen et al., 2000; 

Moxon et al., 2011; Merrick et al., 2012; Witmer et al., 2012).   

Furthermore, there exists wide range of genetic polymorphisms in natural 

populations of malaria parasites. Specifically, studies have shown that infections with P. 

falciparum  exhibit a wide range of genetic diversity (Ntoumi et al., 1995; Smith et al., 

1999b; Amodu et al., 2008; Takala and Plowe, 2009; Auburn et al., 2012). Genetic diversity 

of P. falciparum  infections have been found to be higher in areas of high transmission than 

in low transmission areas (Babiker et al., 1997; Farnert et al., 2001; Ghanchi et al., 2010; 

Atroosh et al., 2011) and, it is observed at any of the developmental stages of the parasite. 

Genetic diversity in the parasite population increases the likelihood of an individual being 
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infected with different parasite genotypes (Arnot, 2002). Such infections are generally 

described as multiple or complex infections (Bendixen et al., 2001; Mayengue et al., 2011). 

This is particularly indicated by the large pool of merozoite surface protein-1 (MSP-1) and 

MSP-2 alleles reported so far (Ntoumi et al., 1996; Robert et al., 1996; Beck et al., 1999; 

Hussain et al., 2011; Mayengue et al., 2011; Koukouikila-Koussounda et al., 2012). Genetic 

complexity of P. falciparum  (Arnot, 2002) and especially polymorphism of its surface 

antigen (Kyes et al., 2001) have been associated with clinical malaria (Al-Yaman et al., 

1997; Beck et al., 1997; Farnert et al., 1999) in disease endemic areas. In Nigeria however, 

only few studies have been conducted on the genetic diversity of P. falciparum  infections 

and most were in Southern Nigeria (May et al., 1999; Engelbrecht et al., 2000; Happi et al., 

2004; Amodu et al., 2008; Ngoundou-Landji et al., 2010; Ojurongbe et al., 2011). The only 

available data in Northern Nigeria assessed genetic diversity in children with asymptomatic 

P. falciparum infections (Engelbrecht et al., 2000). There is therefore need to assess genetic 

diversity in clinical infections including uncomplicated malaria as well as severe malaria 

cases. Moreover, there is no available data on the sequence diversity of P. falciparum 

isolates in Nigeria. These gaps in information are part of what this study is set out to fill in 

order to generate data that will be relevant for malaria control interventions.   

Apart from the role of genetic constitution of the parasite in determining disease 

outcome, there is evidence also that the genetic background of the host, influences the 

degree of protection an individual develops against malaria (Hill, 1996; Hill, 1999; Knight 

and Kwiatkowski, 1999; Kwiatkowski, 2005). Host genetic factors may determine an 

individual‟s initial resistance to malaria, their likelihood of developing severe complications 

once an infection has occurred, or their prospect of acquiring effective long-term immunity 

(Kwiatkowski, 2000). One of the best examples of host genetic resistance to malaria came 

from studies on genes encoding red blood cell proteins such as haemoglobin S (HbS), HbC, 

α-thalassaemia and glucose-6-phosphate dehydrogenase (G6PD), with the HbS allele 

regarded as the classic paradigm of balanced polymorphism (Haldane, 1949; Allison, 1954; 

Lederberg, 1999; Feng et al., 2004; Kwiatkowski, 2005; Cappellini and Fiorelli, 2008; 

Taylor et al., 2012).  
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Beside studies on variants of red cell genes, several other studies on immunity-

related genes as well as genes encoding adhesion molecules have shown variation among 

individuals for disease resistance to malaria (Hill et al., 1991; Jepson et al., 1997). Analyses 

of the major histocompatibility complex (MHC) have shown strong evidence for 

associations between both HLA Class I and Class II alleles and susceptibility to P. 

falciparum  malaria (Hill et al., 1991; Weatherall and Clegg, 2002). Variants of genes 

encoding adhesion molecules such as ICAM-1 and CD36 have also been suggested to affect 

the outcome of Plasmodium  infections (Fernandez-Reyes et al., 1997; Aitman et al., 2000). 

It is well established that host immune responses to malaria include components of 

the innate and adaptive immune systems (Perlmann and Troye-Blomberg, 2002). These two 

arms of the immune defence mechanism are pivotal in controlling parasite replication and 

clearance from parasitized host. Furthermore, there are indications from both murine models 

and human studies suggesting that cytokines, along with T cells, NK cells and macrophages, 

contribute to the pathophysiology of either survival or fatal outcome in P. falciparum  

infections (Winkler et al., 1999; Hensmann and Kwiatkowski, 2001; Torre et al., 2002b; 

Wroczynska et al., 2005). Cytokines are immuno-modulatory proteins produced by 

macrophages as well as lymphocytes or monocytes in the blood, to influence the function of 

other cells through specific receptor binding (Plebanski et al., 2002). Although several 

studies have shown association between cytokine profile or concentration and disease 

pathology, data are also emerging showing that differences in susceptibility to, and severity 

of malaria might well have their roots in genetically-defined differences in the host‟s ability 

to produce vital cytokines (McGuire et al., 1999; Kwiatkowski, 2000; Ubalee et al., 2005; 

Tchinda et al., 2007b; Israelsson et al., 2011). Consequently, many attempts have been made 

to elucidate the contribution of polymorphisms in genes encoding proinflammatory 

mediators, amongst them the interferon-gamma (IFN-), tumour necrosis factor-alpha (TNF-

α) and Interleukin-18 (IL-18) genes (Giedraitis et al., 2001; Claser et al., 2011; Santovito et 

al., 2012). 

 TNF-α is a proinflammatory cytokine involved in the regulation of a wide spectrum 

of biological processes including cell proliferation, differentiation, apoptosis, and 

coagulation (Beutler and Grau, 1993). It is a potent pyrogen, causing fever by direct action 
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or by stimulation of interleukin-1 secretion. TNF-α is secreted mainly by macrophages. 

Studies have suggested that serum levels of TNF-α may impact on individual susceptibility 

to disease (Clark and Rockett, 1994; Wilson et al., 1997; Miller et al., 2002). TNF levels 

have been shown to be elevated in the serum of malaria subjects who have a poor disease 

outcome (Kwiatkowski et al., 1990). TNF is also raised in placental malaria and is 

associated with low birth weight (Fried et al., 1998; Moormann et al., 1999).  

 Genetic variations in the TNF-α gene have been suggested to influence TNF-α 

production (Abraham and Kroeger, 1999; Knight, 2005; Sohail et al., 2008). A particular 

polymorphic form of the TNF promoter has been shown to be associated with susceptibility 

to cerebral malaria (McGuire et al., 1994). A single nucleotide polymorphism from guanine 

(G) in the normal TNF 1 allele to adenine (A) in the TNF 2 allelic variant at the position -

308 (relative to the transcription start site of the TNF-α gene), has been found to be 

associated with increased TNF-α production (Aidoo et al., 2001). In addition, the TNF 2 

allele was found to be associated with higher parasitaemia, severe anaemia, pre-term birth 

and early childhood mortality. The presence of another polymorphism in the TNF-α 

promoter region (TNF -376A) was found to be associated with a four-fold increased 

susceptibility to cerebral malaria (Knight and Kwiatkowski, 1999; Knight et al., 1999). 

However, the pathophysiology of malaria appears to be more complex than the apparent 

centrality of TNF-α alone. So, there are propositions that other cytokines are potentially as 

important (Clark and Cowden, 2003).  

 Interleukin-18 (IL-18) is another proinflammatory mediator of innate and acquired 

immune responses which belongs to the IL-1 superfamily of cytokines (Okamura et al., 

1998; Gracie et al., 2003; Maxwell et al., 2006). IL-18 is an early inducer of the Th1 

response, and together with IL-12 or IL-15, it is a potent enhancer of IFN- expression on T 

cells. In an inflammatory environment, it stimulates the production of TNF-α, granulocyte-

macrophage colony stimulating factor and IL-2 (Okamura et al., 1995a; Nakanishi et al., 

2001b; Singh et al., 2002). IL-18 is secreted by antigen-presenting cells (APCs) and signals 

through the IL-18 receptor (IL-18R) complex which is a heterodimer consisting of IL-18Rα 

subunit, responsible for extracellular IL-18 binding, and IL-18Rβ, responsible for signal 

transduction.   
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 Though IL-18 was described less than two decades ago (Okamura et al., 1995a; 

Okamura et al., 1998), ample data referring to IL-18 plasma/serum levels in various 

infectious diseases including malaria, as well as autoimmune disorders, neoplastic and 

cardiovascular diseases are available (Cebeci et al., 2006; Corvino et al., 2007). In patients 

with uncomplicated P. falciparum  malaria, a significant increase in IL-18 concentrations 

was noted during the acute and recovery phase of the disease compared to healthy controls, 

reflecting a proinflammatory role of IL-18 in these patients (Torre et al., 2001). Similarly, a 

significant increase in serum levels of IL-18 was found in children with uncomplicated P. 

falciparum malaria compared to children with severe malaria, in Burkina Faso 

(Malaguarnera et al., 2002; Musumeci et al., 2003), although this was not confirmed in 

studies conducted in Bangkok, Thailand where higher levels of IL-18 was observed among 

severe malaria patients (Nagamine et al., 2003; Kojima et al., 2004).  

 Owing to accruing evidence suggesting that serum levels of IL-18 may impact on 

individual susceptibility to disease, and that IL-18 variation may influence IL-18 production 

(Arimitsu et al., 2006; Ueda et al., 2006; Frayling et al., 2007; Lotito et al., 2007), a number 

of investigators have looked for associations between IL-18 single nucleotide 

polymorphisms (SNPs), or haplotypes and disease (Gracie et al., 2005; Lee et al., 2006; 

Bossu et al., 2007; Dong et al., 2007; Lin et al., 2007; Thompson and Humphries, 2007). 

Indeed, there are observations that polymorphisms within the IL-18 promoter region may 

themselves affect the conformation of binding sites for transcription factors, resulting in its 

differential expression (Tiret et al., 2005). Three single nucleotide polymorphisms in the 

promoter of IL-18 gene at the position -656G/T, -607C/A, and -137G/C have been identified 

with influence on the expression of IL-18 and potentially also of IFN-gamma (Giedraitis et 

al., 2001; Tiret et al., 2005). However, there is very little information on the genetic 

variability of IL-18 or IL-18Rα and its association with malaria (Anyona et al., 2011). 

 This study therefore, aimed at determining the role of host cytokine gene 

polymorphisms of IL-18, IL-18Rα and TNF-α, as well as parasite genetic variability (using 

the MSP-2 gene as molecular marker) in determining the disease outcome of P. falciparum 

infections in children in north-central Nigeria.  
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1.2 Justification for the Study 

 The interaction between the malaria parasites and the human host leading to disease 

and death is not fully understood. Given the role of malaria in morbidity and mortality, an 

understanding of the molecular mechanisms of malaria pathogenesis is fundamental to 

developing novel intervention strategies. This study therefore, aimed at determining the 

contribution of parasite genetic diversity as well as polymorphisms of host cytokine genes in 

determining the disease outcome of P. falciparum infection. 

Data generated from this study will help in defining the parasite population structure 

in the study area as well as possible genotypes associated with disease outcome. It will also 

provide information on the association of genetic variants of some host cytokine genes with 

the outcome of P. falciparum infection.  

This study is important because it could provide novel diagnostic markers of disease 

susceptibility as well as useful information for malaria vaccine development based on natural 

antigens in the study region.  It may also help to identify potential immuno-genetic risk 

factors and consequently, facilitate the identification of individuals who are at high risk of 

developing severe disease or other complications as well as individuals who might need 

immuno-modulatory therapy; thus providing novel approach to disease management and 

prevention. Furthermore, it will improve our understanding of the molecular mechanisms of 

malaria pathogenesis. 
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1.3 Aims and Objectives 

The aim of this study was to characterize the host cytokine gene polymorphisms of 

IL-18, IL-18Rα and TNF-α, as well as the parasite genetic diversity using the merozoite 

surface protein-2 as a molecular marker, and to determine the association between these 

host-parasite genetic factors and the disease outcome of P. falciparum infection.  

 

Specific Objectives 

1) To determine the parasite species population predominant in children with severe 

malaria, uncomplicated malaria and asymptomatic infection using the genus and 

species-specific PCR. 

 

2) To characterize the P. falciparum parasite population in children with severe malaria, 

uncomplicated malaria and asymptomatic infection using the polymorphic MSP-2 

antigen as gene marker. 

 

3) To determine the pattern of sequence diversity in the P. falciparum MSP-2 gene in 

the study population. 

 

4) To characterize and compare the host genetic polymorphisms and genotype 

frequencies of the interleukin-18 Receptor alpha (IL-18Rα) gene and of the promoter 

region of the IL-18 gene between groups of children with severe malaria, 

uncomplicated malaria and asymptomatic infection. 

 

5) To characterize and compare the host genetic polymorphisms and genotype 

frequencies in the promoter region of the tumour necrosis factor-alpha (TNF-α) gene 

between groups of children with severe malaria, uncomplicated malaria and 

asymptomatic infection. 
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CHAPTER TWO 

LITERATURE REVIEW 

 

2.1   Historical Background of Malaria 

Human malaria has been recognized since the earliest period of man‟s recorded 

history, and occurrence of mosquitoes trapped in amber suggests its prevalence in 

prehistoric times (Garnham, 1952; Manson-Bahr, 1961; Bellomo, 1965). Recognizable 

descriptions of the disease were recorded in various Egyptian papyri. The Ebers papyrus 

(1550 BC) mentions fever, splenomegaly and the use of oil of the Balamites tree as a 

mosquito repellent (Griffith, 1893; Hallmann-Mikolajczak, 2004). Hieroglyphs on the walls 

of the ancient temple of Denderah in Egypt describe an intermittent fever following the 

flooding of the Nile (Halawani and Shawarby, 1957).  

It was often thought that there was an aetiological relationship between swamps and 

fever. Italians referred to the bad air in fever-producing areas as mal‟aria and it was 

commonly concluded that the disease was contacted by breathing “bad air”, hence the name 

malaria, meaning bad area (Wahlgren and Bejarano, 1999).  In 1717, Giovanni Lancisi 

(1654-1720), physician to the Pope and a professor at the Sapienzia in Rome, suggested that 

malaria is transmitted by the bite of mosquitoes, whilst at the same time accepting the 

miasmatic theory for transmission of disease. In 1716, Lancisi demonstrated „grey-black 

pigment in malaria tissue (Gillespie and Pearson, 2001). Progress was made in 1847 about 

the aetiology of malaria when Meckel observed black pigment granules in the blood and 

spleen of a patient who died of the disease.  It was not until 1880, that Alphonse Laveran 

(1845-1922), recipient of the Nobel Prize for medicine in 1907 discovered and described the 

parasite as bodies within the human erythrocyte while working in Algeria (Bruce-Chwatt, 

1985; Cook, 1993; Cox, 2010). He witnessed one of the most dramatic events in 

protozoology: the formation of male gametes by the process of exflagellation (Schmidt and 

Robert, 1989; Cox, 2010). By 1890, several scientists in different parts of the world had 

verified his findings.  
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The mode of malaria transmission was however still unknown, until Sir Roland Ross 

in the late 1890s discovered that the vector of transmission of the disease was the female 

Anopheles mosquito and demonstrated that the parasites pass through a stage in mosquitoes 

and are then inoculated into man (Schmidt and Robert, 1989). However, it was Bignami, 

Bastianelli and Grassi in Italy, who experimentally transmitted the malaria parasite from 

mosquito to man in 1893 (Cox, 2010). Manson in 1900, by experiments with human 

volunteers in the Roman Campagna and in London, confirmed the mosquito-malaria 

transmission theory (Manson, 1901a; Manson, 1901b). 

In 1938, James and Tate discovered the exoerythrocytic stages of P. gallinaceum. 

After this discovery, large-scale work began in order to find the exoerythrocytic stages of 

human malaria parasites. Finally, in 1948, Shortt and Garnham demonstrated the 

exoerythrocytic stages of P. cynomolgi in monkeys and P. vivax in humans (Shortt and 

Garnham, 2000). Worthy of mention however, is the continuous in vitro culture of P. 

falciparum  developed by Trager and Jensen in the USA in 1976, which opened the gate to 

diverse fields of malaria studies and has brightened our understanding especially about the 

parasite (Trager and Jensen, 1976; Trager and Jensen, 2005). 

Meanwhile, the first important event in the history of malaria was the discovery of 

the Peruvian fever tree, from which quinine and cinchonine were isolated.  These were used 

to treat and cure fevers in the early 17
th

 century by Jesuit missionaries in South America.  

Research in the twentieth century was devoted largely to malaria control with the discovery 

of various antimalarial agents such as chloroquine, proguanil and primaquine (Bruce-

Chwatt, 1985).  Similarly, the discovery of relatively low cost synthetic compounds in the 

1940s such as dichloro-diphenyl-trichloroethane (DDT) and dieldrin among others 

introduced the concept of malaria eradication (Desowitz, 2005). Fifteen years after this 

period, malaria was eradicated in most parts of Europe, America, Middle East, parts of 

former Soviet Union and some countries in Asia. However, there are reports that malaria is 

gradually returning to some of the places where eradication had been successful due to 

human and environmental factors (Hay et al., 2004).   

  



IB
ADAN U

NIV
ERSITY LI

BRARY

11 

 

2.2     Global Malaria Situation 

Malaria is one of the most common and important parasitic diseases worldwide 

(Trigg and Kondrachine, 1998; WHO, 2003b). Malaria is distributed worldwide throughout 

the tropics and subtropics. Half of the world‟s population is said to be at risk of the disease 

(WHO, 2008a) and about 106 countries or territories in the world are considered malarious 

(Fig. 2.1), almost half of which are in Africa, south of the Sahara (WHO, 2011). Although 

this number is considerably less than it was in the mid-1950s (140 countries or territories), 

more than 2.4 billion of the world‟s population are still at risk of malaria (WHO, 2000b; 

Snow et al., 2005). An estimated 3.3 billion people were at risk of malaria in 2010 (WHO, 

2011). Of this total, 1.2 billion are at high risk (>1 case per 1000 population), living mostly 

in the WHO African region (49%) and South-East Asia region (37%).  

There were an estimated 247 million cases of malaria as at 2006 (WHO, 2008a) 

although the figure reduced to 225 million in 2009 (WHO, 2010), owing to the impact of the 

global malaria control measures. Eighty-six percent, or 212 million (152-287 million) cases, 

were in sub-Saharan African and were mainly due to P. falciparum  infections (Fig. 2.2). 

Eighty percent of the cases in Africa were reported in 13 countries, and over half of these 

were in Nigeria, Democratic Republic of the Congo, Ethiopia, United Republic of Tanzania 

and Kenya (WHO, 2008b). About 1% of clinical cases of P. falciparum  infections that 

occur globally each year have been estimated to be complicated by severe manifestations 

leading to death. Available data showed an estimated 881 000 (610,000-1,212,000) malaria 

deaths as at 2006, of which 91% (801 000, range 520,000-1,126,000) were in Africa (Fig. 

2.3) and 85% were of children under 5 years of age (WHO, 2008b). This figure has reduced 

to 781,000 by 2009 due to the concerted effort at malaria control (WHO, 2010). However, 

this figure corresponds to one death in nearly every 30 seconds (Greenwood et al., 1987). 

Conversely to the above data generated by the World Health Organisation, a recent study 

now suggests that the global malaria mortality burden is larger than previously estimated, 

with about 1.24 million deaths in 2010 (Murray et al., 2012).  

  



IB
ADAN U

NIV
ERSITY LI

BRARY

12 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

Figure 2.1: Global distribution of malaria showing risk of malaria transmission 

(WHO/UNICEF, 2005) 
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Figure 2.2: Estimated percentage of malaria cases due to P. falciparum  (WHO, 2008b). 
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Figure 2.3: Global malaria burden showing regional relationship to morbidity and 

mortality. (http://www.rollbackmalaria.org/worldmalariaday/ Accessed 15 

February, 2010). 

 

  

http://www.rollbackmalaria.org/worldmalariaday/


IB
ADAN U

NIV
ERSITY LI

BRARY

15 

 

Besides children, pregnant women (particularly primigravidae) and non-immune 

individuals such as travellers and foreign workers are at highest risk of severe disease.  In 

addition to the overwhelming death toll, over 213 million malarial “attacks” lead to more 

than 800 million days of illness in Africa annually (Breman et al., 2004).  

In malarious areas, malaria transmission may be endemic, occurring predictably 

every year, or it may be epidemic, occurring sporadically when conditions are favourable. 

Endemic transmission of malaria may be year round or seasonal. However, all age groups 

may be at risk of severe disease during malaria epidemics, which occur either when changes 

in the physical environment (caused by climatic variation, agricultural projects or mining) 

increase the capacity of mosquitoes to transmit the disease or when population 

displacements through natural disasters or war expose non-immune populations to infection 

(Suh et al., 2004). In some areas of Africa, 90 to 100 per cent of children less than 5 years 

old have malaria parasites circulating in their blood at most times. Because naturally 

acquired immunity develops with increasing exposure, in endemic areas, malaria disease is 

primarily found in children. In epidemic areas, on the other hand, naturally acquired 

immunity falls off between epidemics, and malaria therefore affects all age groups during 

epidemics (Gilles, 1993). Likewise, the epidemiological pattern of P. falciparum  infection 

varies in different geographical locations. In regions of high malaria transmission, adults 

develop potent but non-sterile immunity against malaria (Giha et al., 2000). In areas of low 

transmission, malaria infections are infrequent and no age group has significant acquired 

immunity to malaria. 

Malaria is transmitted primarily by the bite of infected female Anopheles mosquito 

but congenital malaria and acquisition through infected blood transfusion have also been 

described in the literature (Zheng and Kafatos, 2005; Falade et al., 2007; Lesi et al., 2010; 

Poespoprodjo et al., 2010). Anophelines feed at night and their breeding sites are primarily 

in rural areas. The greatest risk of malaria is therefore from dusk to dawn in rural areas. 

However, urban transmission is common in some parts of the world especially in Africa 

where the sanitary condition of the environment is generally poor. Temperature and 

humidity are the most important environmental factors favouring transmission of the 
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disease. The optimal conditions for the parasite and vector are a mean temperature of 20-

30
o
C and a relative humidity of 60% (Schmidt and Robert, 1989; Gilles, 1993).  

In most parts of sub-Saharan Africa, there is a high endemicity of malaria in areas 

where transmission is stable; 80% of clinical malaria cases worldwide and 90% of mortality 

occur in these areas (Gilles, 1993; Snow et al., 2005). In Nigeria, malaria is endemic and 

stable with minimal seasonal fluctuations, but peak transmissions occur during the rainy 

season (Ekanem et al., 1990). Nigeria accounts for a quarter of all malaria cases in the WHO 

African Region (WHO, 2008b). Transmission especially in southern Nigeria occurs all-year 

round. There is no evidence of a systematic decline in malaria burden; estimated malaria 

cases in 2007 was in the range of 2.97-3.98 million (WHO, 2008b). The predominant 

species of the parasite in this region is P. falciparum and almost all cases are caused by this 

species of human parasite but most are unconfirmed (WHO, 2008). However, P. malariae 

accounts for about 5% of total infection (Salako et al., 1990). Two main species of vectors 

that are predominant in Nigeria are Anopheles gambiae and A. funestus (Molineaux and 

Gramiccia, 1980; Awolola et al., 2005) although A. arabiensis and A. moucheti are also 

found (Awolola et al., 2002; Okwa et al., 2009). 

 

2.2.1  Socio-economic impact of malaria 

Malaria is an exceptionally complex disease (WHO, 2003b). It is most serious in the 

poorest countries, among underprivileged populations living under the most difficult and 

impecunious conditions. The causes of malaria and the impediments to its control are rooted 

in the social, cultural, political, economic, and ecological conditions of endemic countries. 

The situation is so dire that malaria is now recognized as both a disease of poverty and a 

cause of poverty (Gallup and Sachs, 2001). Malaria strikes the most vulnerable and 

impoverished communities, ensuring that those most in need of treatment are those least 

able to afford it. The disease disproportionately affects the poor, in whom higher morbidity 

and mortality can be attributed to lack of access to effective treatment; 60% of malaria 

deaths worldwide occur in the poorest 20% of the population (Suh et al., 2004). Malaria 

undermines the health and welfare of families, endangers the survival and education of 



IB
ADAN U

NIV
ERSITY LI

BRARY

17 

 

children, debilitates the active population, and strains the resources of countries and their 

inhabitants, thus limiting their ability to contribute to economic and social growth (Trigg 

and Kondrachine, 1998). Malaria is estimated to be responsible for an annual loss of 35.4 

million Disability Adjusted Life Years (Meyrowitsch et al., 2011). In some rural villages, a 

family may spend up to 25% or more of its annual income on malaria prevention and 

treatment (WHO, 2003b). Malaria thus anchors people in perpetual poverty. 

Malaria causes substantial losses to households in the form of foregone income and 

decreased agricultural production (Kiszewski and Teklehaimanot, 2004). Able-bodied men, 

who are the economically more productive family members, are attacked by malaria during 

planting and harvesting seasons, thereby shrinking productive capacity when agricultural 

workers are in highest demand (Attanayake et al., 2000). The concurrent infections of 

massive number of people usually overload health facilities; thereby degrading the 

effectiveness of health care. In addition to the immense human suffering it causes, malaria 

costs Africa more than US$ 12 billion annually. Malaria has slowed economic growth in 

African countries by 1.3% per year (WHO, 2003b). In Nigeria, the financial loss due to 

malaria annually is estimated to be about N132 billion in the form of treatment cost, 

prevention and loss of man-hours (FMOH, 2009). Consequently, funding for malaria control 

have been increased from US$ 17 million in 2005 to US$ 60 million in 2007, provided by 

the government, the Global Fund and the World Bank (WHO, 2008b). Recent report 

suggests that commitment towards malaria control from International sources has risen from 

US$200 million in 2004 to US$2 billion in 2011 (WHO, 2011). 

 

2.3    The Malaria Parasite  

2.3.1     Classification  

Malaria parasites belong to the Genus Plasmodium which includes over 125 species 

infecting reptiles, birds and mammals (Bruce-Chwatt, 1985). Plasmodium spp are 

intracellular, blood-dwelling parasitic protozoa that cause the disease malaria. These species 

are restricted to the Family Plasmodiidae which includes parasites which undergo asexual 

division (schizogony) and a single sexual multiplication (sporogony) in an invertebrate host. 
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They belong to the Order Haemosporidia and to the Class Sporozoea (Table 2.1). Many 

members of Haemosporidia live in the red blood cells of vertebrates. These groups of 

parasites belong to the Phylum Apicomplexa which are spore-forming unicellular organisms 

and belong to the Sub-Kingdom Protozoa in the Kingdom Protista (Levine et al., 1980). 

Important characteristic features of the Apicomplexans include the presence, at specific 

stages of the life-cycle of an apical complex consisting of a number of specialized organelles 

(Fig. 2.4), which may include a conoid, polar rings, rhoptries and micronemes (Gilles, 1993; 

Cowman and Crabb, 2006).  

Of the four species of malaria parasites traditionally known to infect humans (Fig. 

2.5), three (Plasmodium  vivax, P. malariae and P. ovale) belong to the sub-genus 

Plasmodium , while the remaining one (P. falciparum ) belongs to the sub-genus Laverania 

(Garnham, 1988).  

 

2.3.2 Life cycle of human malaria parasites  

Human malaria parasites undergo a complex cycle of development, alternating 

between two hosts: the mosquito vector (invertebrate host) and man (vertebrate host). The 

life cycle occurs in a sequence of four phases, which includes one sexual phase and three 

asexual phases.  

 

Stages in vertebrate host  

Exoerythrocytic cycle  

Infection of the human host occurs when an infective female Anopheles mosquito 

injects saliva containing tiny elongate sporozoites into  the  bloodstream  during  blood meal  
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Table 2.1: Hierarchical Taxonomy of Human Malaria Parasites (Levine et al., 1980; 

Gilles, 1993). 

 

Taxonomic Group                         Name  

     Domain                              Eukaryota (Eukarya) 

     Kingdom                              Protista 

     Sub-Kingdom                             Protozoa 

     Phylum                              Apicomplexa 

     Class                   Sporozoae  

     Subclass                              Eucoccidia 

     Order                   Haemosporidia 

     Family                              Plasmodiidae 

     Genus                   Plasmodium  

     Species                              P. falciparum  

                                        P. vivax 

                              P. malariae  

                             P. ovale 

 

 

 

  

 

 

 

 

http://en.wikipedia.org/wiki/Haemosporidia
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Figure 2.4:  Diagram of a merozoite, highlighting major organelles and cellular structures 

(Cowman and Crabb, 2006). 
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Figure 2.5:  Four major species of the human malaria parasites. 
 
(http://www.google.com/imgres?imgurl=http://www.bioon.com/Article/UploadFiles/200406/20040

603215831151.gif&imgrefurl=http://www.bioon.com/Article/Class741/40125.shtml&usg=__on8o

e6ywiW4PSCOVUnPH9g1Seoc=&h=334&w=488&sz=47&hl=en&start=6&zoom=1&tbnid=DHJ

JcHu_aKRXGM:&tbnh=89&tbnw=130&ei=Zx6sTuupM4mZOrWpvN8P&prev=/images%3Fq%3

DPlasmodium %2Bmalariae%26hl%3Den%26sa%3DX%26rls%3Dcom.microsoft:*:IE-

SearchBox%26rlz%3D1I7ACAW_en%26tbm%3Disch&itbs=1. Accessed 15 February, 2010). 

http://www.google.com/imgres?imgurl=http://www.bioon.com/Article/UploadFiles/200406/20040603215831151.gif&imgrefurl=http://www.bioon.com/Article/Class741/40125.shtml&usg=__on8oe6ywiW4PSCOVUnPH9g1Seoc=&h=334&w=488&sz=47&hl=en&start=6&zoom=1&tbnid=DHJJcHu_aKRXGM:&tbnh=89&tbnw=130&ei=Zx6sTuupM4mZOrWpvN8P&prev=/images%3Fq%3DPlasmodium%2Bmalariae%26hl%3Den%26sa%3DX%26rls%3Dcom.microsoft:*:IE-SearchBox%26rlz%3D1I7ACAW_en%26tbm%3Disch&itbs=1.%20Accessed
http://www.google.com/imgres?imgurl=http://www.bioon.com/Article/UploadFiles/200406/20040603215831151.gif&imgrefurl=http://www.bioon.com/Article/Class741/40125.shtml&usg=__on8oe6ywiW4PSCOVUnPH9g1Seoc=&h=334&w=488&sz=47&hl=en&start=6&zoom=1&tbnid=DHJJcHu_aKRXGM:&tbnh=89&tbnw=130&ei=Zx6sTuupM4mZOrWpvN8P&prev=/images%3Fq%3DPlasmodium%2Bmalariae%26hl%3Den%26sa%3DX%26rls%3Dcom.microsoft:*:IE-SearchBox%26rlz%3D1I7ACAW_en%26tbm%3Disch&itbs=1.%20Accessed
http://www.google.com/imgres?imgurl=http://www.bioon.com/Article/UploadFiles/200406/20040603215831151.gif&imgrefurl=http://www.bioon.com/Article/Class741/40125.shtml&usg=__on8oe6ywiW4PSCOVUnPH9g1Seoc=&h=334&w=488&sz=47&hl=en&start=6&zoom=1&tbnid=DHJJcHu_aKRXGM:&tbnh=89&tbnw=130&ei=Zx6sTuupM4mZOrWpvN8P&prev=/images%3Fq%3DPlasmodium%2Bmalariae%26hl%3Den%26sa%3DX%26rls%3Dcom.microsoft:*:IE-SearchBox%26rlz%3D1I7ACAW_en%26tbm%3Disch&itbs=1.%20Accessed
http://www.google.com/imgres?imgurl=http://www.bioon.com/Article/UploadFiles/200406/20040603215831151.gif&imgrefurl=http://www.bioon.com/Article/Class741/40125.shtml&usg=__on8oe6ywiW4PSCOVUnPH9g1Seoc=&h=334&w=488&sz=47&hl=en&start=6&zoom=1&tbnid=DHJJcHu_aKRXGM:&tbnh=89&tbnw=130&ei=Zx6sTuupM4mZOrWpvN8P&prev=/images%3Fq%3DPlasmodium%2Bmalariae%26hl%3Den%26sa%3DX%26rls%3Dcom.microsoft:*:IE-SearchBox%26rlz%3D1I7ACAW_en%26tbm%3Disch&itbs=1.%20Accessed
http://www.google.com/imgres?imgurl=http://www.bioon.com/Article/UploadFiles/200406/20040603215831151.gif&imgrefurl=http://www.bioon.com/Article/Class741/40125.shtml&usg=__on8oe6ywiW4PSCOVUnPH9g1Seoc=&h=334&w=488&sz=47&hl=en&start=6&zoom=1&tbnid=DHJJcHu_aKRXGM:&tbnh=89&tbnw=130&ei=Zx6sTuupM4mZOrWpvN8P&prev=/images%3Fq%3DPlasmodium%2Bmalariae%26hl%3Den%26sa%3DX%26rls%3Dcom.microsoft:*:IE-SearchBox%26rlz%3D1I7ACAW_en%26tbm%3Disch&itbs=1.%20Accessed
http://www.google.com/imgres?imgurl=http://www.bioon.com/Article/UploadFiles/200406/20040603215831151.gif&imgrefurl=http://www.bioon.com/Article/Class741/40125.shtml&usg=__on8oe6ywiW4PSCOVUnPH9g1Seoc=&h=334&w=488&sz=47&hl=en&start=6&zoom=1&tbnid=DHJJcHu_aKRXGM:&tbnh=89&tbnw=130&ei=Zx6sTuupM4mZOrWpvN8P&prev=/images%3Fq%3DPlasmodium%2Bmalariae%26hl%3Den%26sa%3DX%26rls%3Dcom.microsoft:*:IE-SearchBox%26rlz%3D1I7ACAW_en%26tbm%3Disch&itbs=1.%20Accessed


IB
ADAN U

NIV
ERSITY LI

BRARY

22 

 

(Figure 2.6). Sporozoites are deposited through the skin, an organ comprising three 

characteristic layers. The epidermis provides a physical barrier, the underlying highly 

vascularized dermis harbours immune cells, such as macrophages and dendritic cells, and 

the subcutis contains larger blood vessels and lymphatics. While acquired immunity could 

interfere with crossing this natural barrier, sporozoites migrate extensively in the skin of 

naive individuals and eventually leave the site of the mosquito bite (Frevert, 2004). The 

sporozoites circulate round the body via the blood and within 1-30 min penetrate the liver 

and then into the hepatocytes, initiating the pre-erythrocytic or exoerythrocytic cycle.  

In the hepatocyte the sporozoite undergoes drastic changes in morphology, losing its 

apical complex and surface coat and transforming into a round or oval trophozoite (Shortt et 

al., 1951).  Once established within a hepatocyte, the sporozoite undergoes a multiplicative 

process known as exoerythrocytic schizogony. Development takes place within a 

parasitophorous vacuole in the hepatocyte. The trophozoite increases in size and finally 

develops into a tissue schizont (meront) containing several thousand merozoites. P. vivax 

sporozoites take 6-8 days to mature and produce about 10,000 merozoites; P. ovale takes 9 

days to produce about 15,000 merozoites; P. malariae takes 12-16 days to produce 2,000 

merozoites and P. falciparum  5-7 days to produce 40,000 merozoites, from a single 

sporozoite. In 2006, it was shown that the parasite buds off the hepatocytes in merosomes 

containing hundreds or thousands of merozoites (Sturm et al., 2006).  These merosomes 

lodge in the pulmonary capillaries and slowly disintegrate there over 48-72 hours releasing 

merozoites (Baer et al., 2007). Similarly, when distended by the parasite meront, the cell 

ruptures, releasing the merozoites into the bloodstream (Murphy et al., 1989). Erythrocyte 

invasion is enhanced when blood flow is slow and the cells are tightly packed: both of these 

conditions are found in the alveolar capillaries. 
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Figure 2.6:   Life Cycle of the Human Malaria Parasite  
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Erythrocytic cycle  

 Merozoites rapidly attach to and invade erythrocytes to initiate the erythrocytic 

cycle. They attach to receptor sites located on red blood cells before invasion. They have 

distinctive features and are specialized to recognize and attach to specific molecules of the 

membrane of the erythrocyte for invasion (Fig. 2.4). The merozoite enters the cell by five 

stages: initial recognition and attachment, formation of a junction, creation of a vacuole 

membrane continuous with the red cell membrane, entry into the vacuole through the 

moving junction (Fig. 2.7), and sealing of the erythrocyte after entry (Aikawa et al., 1978; 

Gilles, 1993; Gaur and Chitnis, 2011). After invading the erythrocyte, the parasite loses its 

specific invasion organelles and differentiates into a round trophozoite located within a 

parasitophorous vacuole in the red cell cytoplasm. Once inside an erythrocyte, the merozoite 

develops into a feeding trophozoite. A parasitophorous vacuole forms round the trophozoite 

and the trophozoite takes on a „signet-ring‟ shape, more or less amoeboid and uninucleate. 

 The young trophozoite grows substantially before undergoing several nuclear 

divisions. This is soon followed by the division of cytoplasm forming a schizont, each 

containing merozoites in numbers characteristic of the parasite species (Bruce et al., 1990). 

The merozoites then invade fresh erythrocytes and the cycle continues (Fig. 2.6). The 

erythrocyte eventually bursts releasing the merozoites into the circulation and these then 

invade non-infected red blood cells. The result is a dramatic increase in parasitaemia and, 

when the number of parasites reaches a certain level, the process of schizogony and the 

subsequent liberation of merozoites become synchronized and periodic. The length of the 

intraerythrocytic development is variable, being 48hr for P. falciparum , P. vivax and P. 

ovale, and 72hr for P. malariae (Eichner et al., 2001). At the end of each cycle when the 

erythrocytes burst and release the merozoites into the bloodstream, „toxins‟ are released into 

the host. Each time there is the liberation of parasites into the bloodstream it has a pyrogenic 

effect upon the host, making the host to feel feverish. After a few erythrocytic cycles, some 

merozoites develop into a male or a female gametocyte. Whether this development is pre-

determined genetically or as a response to some specific stimulus is unknown.   
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Figure 2.7:  Invasion of Red Blood Cell by Merozoite.  

 
(a) Apical attachment and junction formation. A merozoite has begun to invade a red 

blood cell. The apical complex is attached to the RBC. One of the rhoptries is visible 

close to the apical complex. (b) The junctional complex is forming around the point 

where the erythrocyte membrane is invaginating. The junction is represented by the 

dense area beneath the erythrocyte membrane. (c) The junctional complex area has now 

moved to the rear of the merozoite and further invagination has taken place, so that the 

merozoite is now effectively inside the erythrocyte. (d) The red cell membrane 

surrounding the merozoite is now complete, forming the parasitophorous vacuole 

(Aikawa et al., 1978). 
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Stages in invertebrate host  

 During a blood meal from an infected human, the female Anopheles mosquito takes 

up gametocytes, which transform into gametes (Fig. 2.6). The maturation of the female 

gametocyte into a macrogamete takes place without major morphological changes. In the 

extracellular male gamete, the nucleus divides three times and each of the eight nuclei 

formed combines with cytoplasm to form 6-8 thread-like microgametes in exflagellation 

(Day et al., 1998). 

Sporogony  

 Fertilization occurs in the stomach wall of the mosquito by the fusion of a 

microgamete with a macrogamete, resulting in the formation of a diploid zygote. This soon 

elongates to become a mobile ookinete. The slow motile ookinete crosses the peritrophic 

membrane of the midgut (probably by means of a chitinase), then passes through the single 

cell layer of the midgut epithelium and establishes itself beneath the basal lamina, forming 

an oocyst (Gilles, 1993). The oocyst gradually increases in size, enlarges and undergoes 

nuclear division forming sporoblasts. The sporoblasts in turn divide repeatedly to form 

thousands of sporozoites. Being motile, the sporozoites burst through the weakened or 

ruptured wall of the oocyst and invade the body cavity of the mosquito (Fig. 2.6). From the 

haemolymph, sporozoites migrate to the salivary glands of the female Anopheles mosquito, 

which becomes infective. When the mosquito feeds on blood meal, it then injects 

sporozoites into the bloodstream of the vertebrate host. 
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2.4    Genetic Diversity of the Malaria Parasite  

Plasmodium falciparum exhibits great genetic variability which gives rise to a 

number of antigenically different parasite populations (Fenton et al., 1991). The inherent 

variability of P. falciparum provides multiple effective immune evasion and drug resistance 

mechanisms for the parasite. Particularly, the extensive diversity of malaria surface antigens 

has been suggested as one of the main reasons why clinical immunity develops only after 

repeated infections with the same species over time (Day and Marsh, 1991). Genetic 

diversity is manifested in extensive allelic polymorphisms of many parasite genes, 

especially those encoding antigens, and in the occurrence of mixtures of genetically distinct 

parasite clones in individual patients. Antigenic diversity has a dual origin. One is the 

classical genetic mechanism of nucleotide replacement and recombination that creates allelic 

polymorphism or stable alternative forms of antigen-coding genes (Ferreira et al., 2004). 

The second mechanism is antigenic variation, whereby a clonal lineage of parasite expresses 

successively alternative forms of an antigen without changes in genotype (Chen et al., 2000; 

Hoffmann et al., 2006).  

Malaria endemic areas are generally characterized by extensive parasite diversity. 

Genetic diversity of P. falciparum  parasites usually leads to complex infections where 

infected individuals often carry multiple parasite genotypes (Paul et al., 1998; Arnot, 2002), 

and is an indicator of malaria transmission intensity. Knowledge of the genetic structure of 

the parasites in natural populations is critical to any intervention strategy in a particular 

region. Antigenic diversity of MSP-2 genotypes in clinical malaria have been reported in 

south-west Nigeria (Happi et al., 2004; Amodu et al., 2008; Ojurongbe et al., 2011), and 

some parts of northern Nigeria (Engelbrecht et al., 2000). However, little information is 

currently available on the relationship between parasite genetic diversity and disease 

outcome of P. falciparum infection as well as sequence variations in naturally circulating 

strains of P. falciparum parasites in Nigeria. These gaps in information are part of what this 

study was designed to bridge.  
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2.4.1 Merozoite surface protein-1  

Merozoite surface protein-1 (MSP-1) is the most abundant protein on the surface of 

the blood stage of the parasite and it is thought to play a role in erythrocyte invasion (Holder 

et al., 1992). It is synthesized as a 190 kDa precursor, which undergoes proteolytic cleavage 

into four fragments that remain on the merozoite surface as a glycosylphosphatidylinositol 

(GPI)-anchored complex. Before erythrocyte invasion, the entire MSP-1 complex is shed, 

except for the C-terminal 19 kDa (MSP-119), which remains on the surface as the merozoite 

enters the erythrocyte (Blackman et al., 1990). MSP-119 contains two epidermal growth 

factor (EGF)-like domains, which are thought to have an important function in erythrocyte 

invasion (Holder et al., 1992). Naturally acquired antibodies to MSP-119 can inhibit 

erythrocyte invasion by preventing the secondary processing that releases this fragment from 

the rest of the MSP-1 complex (Blackman et al., 1990; Guevara Patino et al., 1997; Nwuba 

et al., 2002), and are associated with protection from clinical malaria in field studies (Riley 

et al., 1992; Egan et al., 1996; Branch et al., 2000; John et al., 2004; Okech et al., 2004; 

Bisseye et al., 2011). 

The sequence of the MSP-1 gene can be organized into 17 blocks based on sequence 

variability (Tanabe et al., 1987; Miller et al., 1993). The Block 2 region includes repetitive 

motifs of three amino acids, grouped into three allele-families: K1, MAD-20, and RO33 

with high variability when comparing the groups, but less variability within them. Alleles in 

K1 and MAD-20 contain antigenically unique, tripeptide repeats, with extensive diversity in 

the number of repeats (Miller et al., 1993). RO33 lacks the tripeptide repeats observed in the 

other two families; however, outside Block 2, this allele is similar to the MAD-20 type 

(Hughes, 1992). Fragment size in the three Block 2 allele families has commonly been used 

as a molecular marker in studies of malaria transmission dynamics and host immunity in P. 

falciparum  malaria (Konate et al., 1999; Branch et al., 2001; Ghanchi et al., 2010; Atroosh 

et al., 2011). Block 17 contains MSP-119, which has been the focus of malaria vaccine 

development because of its highly conserved sequence and hypothesized critical function. 

However, even this region contains at least six nonsynonymous single nucleotide 

polymorphisms (SNPs). Studies of populations naturally exposed to P. falciparum  have 
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shown various degrees of association between anti-MSP-119 antibodies and protection from 

clinical malaria (Egan et al., 1996; Kitua et al., 1999). 

 

2.4.2 Merozoite surface protein-2  

The merozoite surface protein-2 (MSP-2) is a 45- to 50-kDa glycoprotein anchored 

in the merozoite surface by a glycosylphosphatidylinositol anchor. MSP-2 is a very 

immunogenic antigen malaria antigen, and is a promising candidate for inclusion in a 

malaria subunit vaccine (Hill, 2011; McCarthy et al., 2011), as both in vitro and in vivo 

studies have demonstrated the ability of immune responses to MSP-2 to inhibit parasite 

multiplication (Saul et al., 1992; Saul et al., 1999; Genton et al., 2002). The corresponding 

MSP-2 gene is characterized by highly conserved amino and carboxyl-termini flanking a 

variable central region (Figure 2.8). The central polymorphic region contains a central 

repetitive sequence flanked by non-repetitive regions that have been used to define two 

major allelic families: the FC27 family and the 3D7 family after the names of the strains 

from which they were first described (Smythe et al., 1991; Snewin et al., 1991).  

Two features make MSP-2 of importance in the molecular genotyping of P. 

falciparum. First, it is a promising candidate for inclusion in a subunit vaccine against the 

asexual intraerythrocytic stages of P. falciparum  (Saul et al., 1992; Genton et al., 2003), 

and second, MSP-2 has been shown to be a good discriminatory marker for assessing the 

genetic profile of P. falciparum  isolates (Prescott et al., 1994; Snounou et al., 1999; Basco 

and Ringwald, 2001). Due to its polymorphism, the MSP-2 gene has been extensively used 

to type natural isolates of P. falciparum  (Prescott et al., 1994; Felger et al., 1999; Franks et 

al., 2001; Ojurongbe et al., 2011; Koukouikila-Koussounda et al., 2012). Most studies 

examining the distribution and frequency of different allelic forms of MSP-2 have 

enumerated the presence of the allelic families (Felger et al., 1994; Engelbrecht et al., 1995; 

Kang et al., 2010; Atroosh et al., 2011).  

By typing the gene for this protein, some symptom-specific molecular characteristics 

have been delineated for P. falciparum isolates collected from asymptomatic, uncomplicated 

and severe malaria cases in Senegal (Robert et al., 1996), in Tanzania (Smith et al., 1999a; 



IB
ADAN U

NIV
ERSITY LI

BRARY

30 

 

Bendixen et al., 2001) and in Nigeria (Happi et al., 2004; Amodu et al., 2008) amongst 

other countries. This information has been useful in understanding the dynamics of 

transmission as well as in evaluating the impact of malaria-control interventions, such as the 

use of antimalarial drugs and prototype malaria vaccines, on parasite populations (Beck et 

al., 1997; Beck et al., 1999; Haywood et al., 1999; McCarthy et al., 2011). 
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Figure 2.8: Schematic diagram of MSP-2 gene  
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2.5    Pathogenesis of Malaria  

Of all the Plasmodium species that cause malaria in humans, P. falciparum is the 

most deadly and the major cause of severe disease and death. Infection with P. falciparum  

produces a clinical outcome that depends on a combination of parasite, host and 

environmental factors, including the age of the patient and the pattern of prior exposure of 

that individual to malaria (Miller et al., 2002). Infections range from being asymptomatic, 

through mild or uncomplicated malaria, to life-threatening severe forms of the disease 

involving multiple organ systems and varied pathological processes, often with case fatality. 

However, the most common clinical manifestation of malarial infection is a non-specific 

febrile illness with mild clinical symptoms such as fever, malaise, headache, and lethargy. 

Only a small proportion of cases often result in severe disease and in the worst case 

scenario, death.  

Severe malaria is frequently described as complicated malaria. Severe and 

complicated malaria includes clinical features above and beyond fever and malaise. These 

include prostration, impaired consciousness (coma), hypoglycaemia, respiratory distress, 

acidosis, severe anaemia, hyperparasitaemia, hyperlactataemia (WHO, 2000a; Weatherall et 

al., 2002; Perkins et al., 2011). Severe malaria is a complex multi-system disorder that 

affects several tissues and organs (Gay et al., 2012a; Renia et al., 2012). There are important 

differences in the clinical spectrum of severe malaria with age. Inhabitants of malaria-

endemic areas gradually acquire immunity to these signs of severe malaria illness, while 

remaining susceptible to malaria infection. For this reason, African children between the 

ages of six months and five years are the group at highest risk of developing severe and 

complicated malaria.  

Efforts by the scientific community at understanding the pathogenesis of severe 

malaria have shown that development of severe malaria probably results from a combination 

of parasite-specific factors such as adhesion and sequestration to the vascular endothelium, 

the release of bioactive molecules, together with host inflammatory responses and metabolic 

acidosis (Manning et al., 2012). Indeed, adhesion of parasitized erythrocytes to these cells 
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could drive their activation, which could participate in the trigger of an immune response 

and haemostatic derangements (Gay et al., 2012a). 

The most common presentations of severe malaria in African children include 

cerebral malaria, severe anaemia and respiratory distress (Fig. 2.9), but combinations of 

these, especially with other syndromes result in high mortality rates (Schellenberg et al., 

1999; Haldar et al., 2007; Santos et al., 2012; von Seidlein et al., 2012). However, metabolic 

acidosis is now being widely recognised as a principal pathophysiological feature that cuts 

across the classical syndromes of cerebral malaria and severe malaria anaemia (Krishna et 

al., 1994; Marsh et al., 1995). Although the underlying pathophysiology of metabolic 

acidosis is likely to be complex, two factors seem to be of major importance: reduced blood 

circulating volume and reduced oxygen carrying capacity (Marsh, 2005). Undoubtedly, 

much remains to be found out about the pathogenesis of metabolic acidosis in severe malaria 

but the clinical implications of what is known are simple and important: acidotic children 

require immediate and rapid attention to circulating volume and oxygen delivery. 

Anaemia is an inevitable consequence of Plasmodium infection, particularly in 

children. Anaemia develops rapidly in the course of severe malaria and blood haematocrit 

drops greatly especially when the parasite load is high (>100,000/µl). A haematocrit <13% 

(Hb <4g/dl) has been shown to be associated with a significant increase in mortality in 

children presenting with malaria (WHO, 2000a). In areas of high and stable transmission, 

the presentation of severe anaemia is the most important manifestation of severe malaria and 

occurs predominantly in children less than 3 years of age (WHO, 2000a). Severe malarial 

anaemia causes over half of all malaria-related morbidity and mortality in children under 

five years of age in Africa and carries a case fatality rate of ~10% in endemic regions 

(Murphy and Breman, 2001). There is increasing data showing that deaths associated with 

severe malarial anaemia can occur within the first 12hr of admission (Marsh et al., 1995; 

English, 2000).  

Severe malarial anaemia consists of a group of conditions with different causes, 

including direct destruction of parasitized red blood cells, indirect destruction of non-

parasitized red blood cells by immune mechanisms, and bone-marrow suppression which is 
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associated with imbalances in cytokine concentrations (Weatherall and Abdalla, 1982; 

Ekvall, 2003). Clearance of uninfected erythrocytes from the periphery may be due to 

multiple factors, including deposition of parasite ligands on erythrocytes. Parasite antigens 

shed during invasion or released upon lyses of infected schizonts, may be present at high 

concentrations in plasma and may adhere to uninfected erythrocytes, possibly resulting in 

immunoglobulin G or complement binding and eventual clearance from the circulation 

(Waitumbi et al., 2000; Goka et al., 2001; Stoute et al., 2003). In addition to adhesive 

parasite ligands, erythrocyte clearance may be linked to oxidative damage (Griffiths et al., 

2001), reduced deformability (Dondorp et al., 2002), and/or phosphatidylserine 

externalization (Kiefer and Snyder, 2000).  

In severe malarial anaemia, a major fall in haemoglobin correspondingly represents a 

radical fall in oxygen carrying capacity. One consequence of a net failure in oxygen delivery 

to areas of greatest need is a shift from aerobic to anaerobic metabolism in tissues with the 

production of lactate and associated acidosis (English, 2000). This invariably leads to 

respiratory distress characterised by sustained nasal flaring, indrawing of the bony structure 

of the lower chest wall on inspiration, and deep breathing (WHO, 2000a). The idea that a 

tissue oxygen debt plays an important role in the generation of metabolic acidosis is 

supported by the demonstration that total oxygen consumption of children with severe 

malarial anaemia rises markedly during the course of blood transfusion and in proportion to 

the lactate level on admission (English et al., 1997; Narsaria et al., 2012). 

Cerebral malaria (CM) is the best-known presentation of severe malaria (Grau and 

Craig, 2012). The defining feature of the clinical syndrome of cerebral malaria is deep coma. 

This is defined by the inability to localise a painful stimulus or with a Blantyre Coma Score 

<2 in a patient with a P. falciparum  parasitaemia in whom other causes of encephalopathy 

such as meningitis have been excluded (Molyneux et al., 1989; Warrell, 1992; WHO, 

2000a). In most research settings, the case fatality rate for children meeting this standard 

clinical case definition of CM ranges between 15% and 30% (Snow et al., 1999; Murphy 

and Breman, 2001). Carefully undertaken post-mortem studies in children have shown that 

this disease is a heterogeneous syndrome in which sequestration probably has a major role in 

some cases but little in others (Crawley et al., 2001; Taylor et al., 2004; Gay et al., 2012b; 
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Ponsford et al., 2012). Metabolic derangement including hypoglycaemia and subclinical 

convulsions are important in many cases. Sequestration is probably more consistently the 

cause in adults than in children (Silamut and White, 1993). In around 70% of cases, the 

onset of coma is with a seizure (Marsh, 2005). Convulsions occur in around 80% of cases of 

cerebral malaria. Multiple or prolonged convulsions are associated with a worse outcome, 

particularly with neurological (Molyneux et al., 1989; Steele and Baffoe-Bonnie, 1995; van 

Hensbroek et al., 1997) and cognitive impairment. Around 40% of children with cerebral 

malaria have one or more of four distinct abnormalities of respiratory pattern which may be 

of prognostic significance (Crawley et al., 1998). Deep breathing is a sign of metabolic 

acidosis and is an indication of the need for urgent fluid resuscitation. Some surviving 

patients have an increased risk of neurological and cognitive deficits, behavioural 

difficulties and epilepsy, making cerebral malaria a leading cause of childhood neuro-

disability in malaria transmission areas (Gay et al., 2012a).   

Among malaria-exposed adults, pregnant women are particularly susceptible to 

malaria, despite substantial immunity prior to pregnancy, and the risk is highest in first 

pregnancies (Brabin, 1983; McGregor, 1984). The major complications of infection are 

maternal anaemia, which in turn increases maternal deaths, and reduced infant birth weight 

from a combination of intrauterine growth retardation and premature delivery leading to 

excess infant mortality (Brabin, 1983; Granja et al., 1998; Desai et al., 2007). In some 

settings, maternal malaria may also cause spontaneous abortion or stillbirth (McGregor, 

1984). 
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Figure 2.9: Case fatality of major clinical syndromes of severe malaria among African 

children (Marsh et al., 1995) 
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2.6    Host Immune Response to Malaria  

Malaria infection gives rise to a series of host immune responses which can be 

divided into two general categories: innate immune responses and adaptive immune 

responses, that are regulated by the innate and the adaptive immune system respectively 

(Perlmann and Troye-Blomberg, 2002; Good et al., 2004; Van Den Steen et al., 2011). 

Innate immune responses are those the body mounts immediately, without requiring 

previous contact with the parasite and thus provides the body with a first line of defence. 

Effector agents of this response include: cells that kill or ingest infected or altered cells such 

as macrophages, dendritic cells, natural killer (NK) cells; and soluble proteins (complement 

and cytokines) that can neutralize, immobilize, agglutinate, kill or activate other effector 

cells (Karp, 2010; Teirlinck et al., 2011). The adaptive immune responses on the other hand, 

require a lag period of several days and are highly specific. They are broadly categorized 

into two: humoral responses which involve the production of antibodies (proteins called 

immunoglobulins); and cell-mediated responses which involve the production of specialized 

cells (Stevenson et al., 2011). However, both the innate and the adaptive immune system 

work closely together in order to destroy the parasite, since the same phagocytic cells and 

NK cells that carry out an immediate innate response are also involved in initiating the much 

slower, more specific adaptive immune response. Immunity to various stages of P. 

falciparum  infection is thought to contribute to host protection (Plebanski and Hill, 2000). 

 

2.6.1 Innate (non-specific) immunity to malaria  

Innate mechanisms of parasite growth inhibition by the human host are probably the 

reason for the low parasitaemia seen in acute P. falciparum  infection. Accumulating 

evidence support the concept that macrophages, dendritic cells, NK cells, γδ and NKT cells 

are important effectors of the innate immunity against malaria (Perlmann and Troye-

Blomberg, 2002; Mauduit et al., 2012). In addition, there are indications that dendritic cells 

(DCs) may play a critical role in amplifying the innate immune response, in particular, by 

stimulating the activation of NK cells (Ferlazzo et al., 2002).  
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NK cells have been shown to be the first group of cells to respond to P. falciparum  

infection by increasing in number, and with the ability to lyse infected RBC in vitro (Orago 

and Facer, 1991). NK cells are lymphocytes of the innate immune system that are involved 

in the early defense against foreign cells and autologous cells infected with parasites. They 

are widespread throughout the body (Lanier et al., 1986; Stevenson and Riley, 2004), being 

present in both lymphoid organs and non-lymphoid peripheral tissues (Cooper and Caligiuri, 

2004; Cooper et al., 2004; Ferlazzo et al., 2004). NK cells are cytotoxic, inducing apoptosis 

of cells recognized as targets. Observations of rapid and marked increases in NK cell 

cytotoxicity levels during infection with a variety of protozoan parasites and Plasmodium  

suggest a role for NK cells in innate immunity against these pathogens (Korbel et al., 2004).  

NK cells are also able to modulate the immune response through the secretion of 

cytokines, including interferon-γ (IFN-γ), tumor necrosis factor, interleukin (IL)-13, 

granulocyte-macrophage colony-stimulating factor, and chemokines such as CCL3 

(macrophage inflammatory protein 1α), CCL4 (macrophage inflammatory protein 1β), and 

RANTES (Roetynck et al., 2006; McCall et al., 2010; McCall and Sauerwein, 2010). NK 

cells identify their targets through a set of activating or inhibitory receptors that allow them 

to recognize pathogen-encoded molecules, self-proteins whose expression is up-regulated in 

transformed or infected cells, or self proteins that are expressed by normal cells but down-

regulated by infected or transformed cells (Vivier and Biron, 2002; Moretta et al., 2004; 

Moretta and Moretta, 2004; Raulet, 2004). NK cell activation is controlled by the dynamic 

balance between these activating and inhibitory signals (Vivier et al., 2004). NK cells 

represent an important early source of IFN-γ during primary murine malaria infections and 

NK depletion leads to a more rapid increase in parasitemia and higher mortality (Roetynck 

et al., 2006). Studies in mice have earlier indicated that during infection with P. chabaudi, 

innate responses, involving IFN-γ production by NK cells, and IFN-γ-producing Th1 cells 

predominate, whereas induction of Th2 responses with IL-4-secreting Th cells predominate 

after the peak of parasitaemia (Langhorne et al., 1998; Stevenson and Riley, 2004).  

Another group of lymphocytes, the Natural killer T (NKT) cells have also been 

suggested to exhibit capacity to inhibit the liver-stage parasite replication in a murine model 

in vitro (Pied et al., 2000). NKT cells have been shown to determine the outcome of 
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experimental cerebral malaria caused by P. berghei ANKA (Engwerda and Good, 2005).  

These cells express NK and T cell receptors and recognize antigen presented by CD1 

molecules on antigen-presenting cells. CD1-restricted NKT cells are known to recognize the 

glycosylphosphatidylinositol-anchor molecule of P. falciparum. NKT cells from susceptible 

C57BL/6 mice produce IFN-γ and promote pathology following P. berghei ANKA 

infection, whereas in BALB/c mice they promote Th2 polarization and resistance to 

experimental cerebral malaria (Hansen et al., 2003). A possible role of the NKT cells in the 

human malaria could be speculated from their simultaneous production of high levels of 

both IFN-γ and IL-4 upon primary TCR stimulation (Harris et al., 2005). 

Besides, dendritic cells and macrophages have been suggested to be activated as one 

of the earliest events in the innate response to malaria (Engwerda and Good, 2005). DCs are 

a heterogeneous antigen-presenting cell population with a crucial role in both the initiation 

and regulation of cell-mediated immune responses as well as adaptive immune response 

(Mauduit et al., 2012). DCs drive the differentiation of naïve T cells into IFN-γ-secreting 

Th1 cells, IL-4- secreting Th2 cells, or other subsets, such as IL-10-secreting regulatory T 

cells. Plasmacytoid dendritic cells (PDC), a unique subset of DC, have also been shown to 

have a key role in the innate immunity because of their ability to produce high levels of IFN-

α in response to viral (Cella et al., 1999) or microbial DNA or CpG DNA stimulation 

(Kadowaki et al., 2001). Macrophages on the other hand, have been shown to have a role in 

innate immunity as evident in their ability to phagocytose infected erythrocytes (Gyan et al., 

1994; Serghides et al., 2003), and thus contributing to the reduction of initial parasitaemia in 

malaria.  

 

2.6.2 Acquired (adaptive) immunity to malaria  

Acquired immunity to malaria requires both humoral and cellular components of the 

adaptive immune system. Both types of acquired immunity are mediated by a special class 

of white blood cells known as lymphocytes. These cells express cell surface molecules 

capable of recognizing a wide variety of proteins. Lymphocytes are also comprised of two 

subsets: T lymphocytes and B lymphocytes. Studies have suggested that during blood-stage 

infection with Plasmodium  species in mice and humans, both cell-mediated and antibody-
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dependent responses are critical for the control of parasitaemia and parasite-induced 

pathology (Bouharoun-Tayoun et al., 1990; Day and Marsh, 1991; Marsh and Kinyanju, 

2006). In malaria endemic areas, acquired immunity develops with repeated exposure to the 

malaria parasite and, as such, is neither sterile nor permanent. Likewise, infection by one 

strain of P. falciparum does not induce acquired immunity to all strains. Thus, immunity is 

species-, stage-, and strain-specific (Plebanski and Hill, 2000). 

Humoral (Antibody-mediated) immune responses to the malaria parasites 

Humoral immune response is mediated by B lymphocytes (B cells). B cells have 

antigen receptors (BCR) on their surfaces which consist of membrane-bound 

immunoglobulins or antibodies that bind selectively to a portion of an intact antigen. When 

B cells are appropriately activated, they differentiate into cells that secrete their receptors or 

antibodies into the blood. Within the first week of primary malaria infection, specific 

antibodies of several isotypes (IgG, IgA, and IgM) can be detected (Marsh and Kinyanju, 

2006). Immunoglobulin G and IgM antibody levels may be long sustained and may form the 

basis of many serological reactions useful in diagnosis and epidemiological surveys, 

although they give little correlation with clinical immune status. It has been demonstrated 

that passive transfer of monoclonal antibodies against parasite antigens may confer 

protection in naive mice (Narum et al., 2000). In humans, treatment of Thai P. falciparum -

infected patients with IgG extracted from African immune adults resulted in reduction of 

parasitaemia and clinical symptoms in an antibody-dependent cellular inhibitory effect in 

cooperation with monocytes (Bouharoun-Tayoun et al., 1990). The most direct evidence that 

antibodies are important mediators of immunity to malaria comes from passive transfer 

studies in which antibodies from malaria-immune adults were successfully used to treat 

patients with severe malaria (Cohen et al., 1961; Sabchareon et al., 1991). Studies in mice 

deficient in Fc-γ receptors further support an important role for antibodies (Rotman et al., 

1998).  

Initially after an infectious bite by the mosquito vector, sporozoites may either be 

eliminated by antibodies or may proceed to infect liver cells. Anti-sporozoite antibodies are 

specific to sporozoites and directed mostly to a repeat sequence within circumsporozoite 
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(CS) protein or sporozoite STARP protein (Doolan and Martinez-Alier, 2006). Antibodies 

that bind to the sporozoite are able to prevent hepatocyte infection (Plebanski and Hill, 

2000), and numerous studies have correlated anti-CS protein antibodies with protection in 

humans.  

Immunity to blood stages is thought to be mediated by antibodies that block 

merozoites from entering RBCs, antibodies that agglutinate infected RBCs or antibodies that 

opsonize infected RBCs (Engwerda and Good, 2005). Antibodies are directed either against 

a number of identified proteins on the parasite itself or against parasite-derived proteins 

expressed on the surface of the infected erythrocyte during intra-erythrocytic development 

of the parasite (Giha et al., 2000; Stanisic et al., 2009; Omosun et al., 2010; Khosravi et al., 

2011). Although the potential of many antigens as targets for immune responses has been 

suggested, little is known about the mechanisms of protection in vivo. Several studies have 

suggested possible mechanisms by which antibody responses may mediate immunity to 

asexual blood stage of malaria including: inhibition of merozoite invasion of the RBC, or by 

blocking merozoite release from schizonts either by binding to surface exposed antigens 

(Green et al., 1981; Wahlin et al., 1984; Bull and Marsh, 2002); opsonization of parasites 

and infected RBCs for enhanced phagocytosis (Giribaldi et al., 2001); prevention of 

cytoadherence of infected RBCs to the microvasculature endothelium, thereby allowing 

them to be removed by the spleen (David et al., 1983); and inhibition of rosetting of infected 

RBCs to uninfected RBCs (Carlson et al., 1990a; Carlson et al., 1990b). In collaboration 

with other effector immune cells, parasite antigen-specific antibodies play an important role 

via antibody-dependent cellular inhibition (ADCI), whereby binding of antibodies to 

phagocytes via Fc receptors lead to inhibition of parasite growth (Aucan et al., 2000; Tebo 

et al., 2001). 

Specific antibody isotypes and subclasses may play diverse roles in malaria. The 

polarization of antibody responses towards IgG1 and IgG3 subclasses, which bind to Fcγ 

receptors (FcγR) on the surface of monocytes, macrophages, and neutrophils, is believed to 

play a key role in immunity to blood-stage Plasmodium  falciparum infection (Bouharoun-

Tayoun et al., 1990). Specifically, high levels of malaria-specific cytophilic antibodies, such 
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as IgG3, were found in malaria-exposed donors and suggested to be protective (Shi et al., 

2001; Leoratti et al., 2008; Courtin et al., 2009). Once merozoites have been released from 

the schizonts, cytophylic antibodies may mediate parasite elimination through complement-

dependent lysis or by cellular effector mechanisms (Kumaratilake et al., 1997; Ramasamy et 

al., 2001). An almost exclusive restriction of the humoral immune response of IgG3 

subclass to MSP-2 blocking has been observed by several investigators (Taylor et al., 1995; 

Ferrante and Rzepczyk, 1997). Hence, these IgG3 antibodies are potentially effective 

mediators of protection due to their cytophylic nature. In another study however, IgG 

subclass distribution of naturally acquired antibodies to P. falciparum  merozoite surface 

proteins in adults exposed to low to moderate levels of malaria transmission was found to be 

primarily epitope driven (Scopel et al., 2006). IgG3 polarization was also found to be more 

evident for polymorphic domains of MSP-1 than those of MSP-2, being little affected by 

cumulative or current exposure to malaria and not affected by the subject‟s age and 

FcγRIIA. In contrast, high levels of IgE have been implicated in the pathology of malaria 

(Maeno et al., 2000; Perlmann et al., 2000). 

 

Cellular (Cell-mediated) immune responses to the malaria parasites 

Cell-mediated immune response is carried out by T lymphocytes (T cells) which, 

when activated, can specifically recognize and kill an infected or foreign cell. T cells have 

receptors on their surfaces, termed the T cell receptor or TCR (Marrack and Kappler, 1987). 

T cells may be classified into three based on the type of TCR that they express. These are: 

Cytotoxic T Lymphocytes (CTLs) distinguished by the presence of CD8 protein on their 

surfaces; Helper T Lymphocytes (TH cells) distinguished by the presence of CD4 protein on 

their surfaces; and Regulatory T Lymphocytes (TReg Cells) which are characterized by the 

possession of CD4
+
 CD25

+
 surface markers (Spellberg and Edwards, 2001; Karp, 2010). 

Helper T cells may be further sub-divided into three (TH1, TH2 and TH17), which can be 

distinguished by the cytokines they secrete (Hall, 2011). TH1 cells secrete IFN-γ, TH2 cells 

secrete IL-4, while TH17 cells secrete IL-17. For T cells to be activated, the TCR must 

recognize and interact with foreign peptide on the surface of an antigen presenting cell 
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(APC) in association with a major histocompatibility complex (MHC) molecule. CD4
+
 T 

cells are activated by a foreign peptide bound to a class II MHC molecule, whereas CD8
+
 T 

cells recognize antigens presented to it by MHC class I molecules (Spellberg and Edwards, 

2001). Cell-mediated immune responses induced by malaria infection have been suggested 

to be protective against both pre-erythrocytic and erythrocytic parasite stages and thus play a 

critical role in the host defence system against malaria (Horowitz et al., 2010; Kimura et al., 

2010).  

There are data showing that T cells play a major role in the acquisition and 

maintenance of protective immune responses to malaria infection (Li et al., 2012). Mice 

with severe combined immunodeficiency (SCID) and reconstituted with T cells from 

immune donors suppress parasite growth, suggesting a protective role of T cells against 

malaria parasites, while B cell-deficient mice were able to suppress parasitaemia at the same 

rate as normal mice (van der Heyde et al., 1993). A correlation between resistance to fever 

and high parasitaemia and in vitro T cell responses to P. falciparum  blood stage antigens 

has also been reported (Riley et al., 1992), although this was not found in previous studies 

(Hviid et al., 1990; Riley et al., 1990). In humans, direct studies of the responding T cells 

during malarial infection are difficult, as these cells may leave the peripheral circulation and 

sequester in the spleen or other tissues (Hviid et al., 1991a; Hviid et al., 1991b).  

 

CD4
+
 and CD8

+
 T Cells  

Of the major T-cell subpopulations, CD4
+
 T cells are essential for immune protection 

against asexual blood stages in both murine and human malaria systems (Spellberg and 

Edwards, 2001). For experimental malaria, evidence for this was based on adoptive transfer 

of protection by such cells and on increased susceptibility to infection of CD4
+
 T-cell-

depleted mice. For P. falciparum malaria in humans, the existence of functionally different 

CD4
+
 T cells in naturally exposed donors has also been established experimentally. CD4

+ 
T 

cells play a central role in regulating the immune responses to the asexual blood stages of P. 

falciparum  via cytokine production and B-cell help (Claser et al., 2011). These cells 

respond to malaria antigen by in vitro proliferation and/or secretion of cytokines, e.g. IFN-γ 
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or IL4 (Bouyou-Akotet and Mavoungou, 2009). In general, these in vitro responses are 

poorly correlated with protection. Nevertheless, in vitro stimulation of CD4
+
 T cells from 

malaria-exposed donors may result in the production of IL4 in concordance with the serum 

concentrations of antibodies specific for the antigens used for lymphocyte stimulation. It has 

been shown that CD4
+ 

T cells from individuals naturally exposed to malaria respond to 

blood stage antigens of P. falciparum  by proliferation, production of IFN-γ and is IL-2 

dependent in animal model (Kimura et al., 2010).  

Similarly, CD8
+ 

T cells have been shown to play important role in the pre-

erythrocytic immunity to malaria (Tse et al., 2011), thereby contributing to protection 

against severe forms of malaria (Nardin and Nussenzweig, 1993; Aidoo and Udhayakumar, 

2000). However, no available evidence for a protective role of CD8
+ 

T cells against P. 

falciparum  blood stage has been reported (Schmidt et al., 2009; Tse et al., 2011). This is 

supported by the fact that RBC do not express classical MHC class I molecules, hence 

lacking the antigen processing machinery, suggesting that RBC do not represent a target for 

CD8
+ 

T cells. In any case, since human erythrocytes do not express MHC antigens, lysis of 

infected erythrocytes by CD8
+
 cytotoxic T lymphocytes has no role in the defence against 

blood-stage parasites.  
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2.7    Cytokines in Host Defence against Malaria  

Cytokines are a diverse group of small, secreted proteins or glycoproteins which 

mediate, regulate and help direct many critical aspects of an immunity, inflammation, and 

hematopoiesis (Karp, 2010). They are rapidly produced in response to foreign antigen 

exposure and can promote the expansion, activation, recruitment, and differentiation of the 

responding cell types (Clark et al., 2007; Bakir et al., 2011). Cytokines generally (although 

not always) act over short distances and short time spans and at very low concentration. 

They may act on the cells that secrete them (autocrine action), or on nearby target cells 

which are in the immediate vicinity of the producer cells (paracrine action). However, some 

cytokines may also enter the blood stream and act on distant cells in an endocrine fashion 

(Hill and Sarvetnick, 2002; Vandenbroeck et al., 2006).  

Cytokines are key molecules that interact with other immune cells in the activation 

of immune response to malaria (Torre et al., 2002b). They can have a profound effect on the 

balance between cellular and humoral response as well as the isotype of immunoglobin 

produced (Khaled and Durum, 2002; Borish and Steinke, 2003). Cytokines are the major 

inducers of Th1 and Th2 subset development, which are important for the eradication of 

malaria parasites. Development of Th1 response is mediated by pro-inflammatory cytokines, 

such as TNF-α, IFN-γ, IL-12 and IL-18 but can be antagonised by anti-inflammatory 

cytokines, including IL-4, IL-10 and transforming growth factor (TGF) β (Malaguarnera and 

Musumeci, 2002; Cabantous et al., 2009). Cytokine release in malaria may be triggered by 

parasite antigens, pigments or toxins. The balance between Th1 and Th2 immune response 

and between pro-inflammatory and anti-inflammatory cytokines is important in determining 

the level of malaria parasitemia, disease outcome and rates of recovery (Winkler et al., 

1998; Riley, 1999; Sinha et al., 2010; Bakir et al., 2011), while the overproduction of both 

pro-inflammatory and anti-inflammatory cytokines can as well be responsible for disease 

severity and mortality (Day et al., 1999; Cabantous et al., 2009). 
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2.7.1 General features of cytokines and gene expression 

Cytokines are made by many cell populations, but the predominant producers are 

helper T cells (Th) and macrophages (Dong and Flavell, 2001). They have been referred to 

by a number of names depending on the cell types that produce them or their functional 

properties. For example, cytokines that are derived primarily from mononuclear cells such 

as monocytes or macrophages have been referred to as monokines while the cytokines 

produced by activated T lymphocytes are termed lymphokines. Cytokines with chemotactic 

activities, which specifically regulate the migration of other cells, are called chemokines. 

Historically however, cytokines are referred to as interleukins since in a general sense they 

are being produced by leukocytes and acting on other leukocytes (Khaled and Durum, 2002; 

Wurster et al., 2002; Borish and Steinke, 2003; Mehta et al., 2004).  

The biology of cytokine is so complex. Most of them are pleiotropic, meaning that 

different cell types may secrete the same cytokine or for a single cytokine to act on several 

different cell types within the immune system as well as on cell types outside of the immune 

system. They are also redundant in nature: many biological properties originally described 

for one cytokine can also be ascribed to others, suggesting that the loss of a particular 

cytokine can be compensated for by the action of another (Hill and Sarvetnick, 2002). 

Cytokines are often produced in a cascade, as one cytokine stimulates its target cells to make 

additional cytokines. They can also act synergistically, where two or more cytokines act 

together; or antagonistically, where cytokines cause opposing activities (Dong and Flavell, 

2001). 

Cytokines mediate their biological effect through the binding of specific receptors on 

the outer surface of target cells, generating cytoplasmic signals that act on various 

intracellular targets (Ihle, 1996; Karp, 2010). These signal transduction events usually result 

in gene expression, which occurs rapidly after an inducing stimulus. The rapid increase in 

cytokine gene mRNA results in an outburst of cytokine protein secretion into the 

surrounding environment and can act directly on the cell that produced it or on neighbouring 

cells. This rapid increase in transcription is usually transient and is turned off rapidly 

resulting in a self-limited event. Thus, cytokine expression and signalling is highly regulated 
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because dysregulated cytokine responses can lead to pathological conditions (Wurster et al., 

2002; Mehta et al., 2004). Cytokine receptors are transmembrane proteins where binding of 

the cytokine occurs in the extracellular region and interaction with signalling proteins occurs 

in the cytoplasm (O'Shea et al., 2002).  

Cytokine receptors can be divided into two groups: those whose intracellular 

domains exhibit intrinsic protein-tyrosine kinase (PTK) activity and those whose 

intracellular domains are devoid of such activity. Many of the latter group of receptors, 

however, activate intracellular soluble PTKs upon ligand binding. Protein-tyrosine kinases 

(PTKs) are enzymes that phosphorylate specific tyrosine residues on protein substrates: a 

mechanism for signal transduction (Karp, 2010). 

Cytokines utilize a novel signal transduction pathway referred to as Janus kinase-

signal transducers and activators of transcription (JAK-STAT) pathway (Shuai and Liu, 

2003; Hideshima et al., 2005). JAKs represent a family of PTKs whose members become 

activated following the binding of a cytokine to a cell-surface receptor. They play a central 

role in mediating signal transduction of many cytokines (O'Shea et al., 2002). JAKs harbour 

two potential active sites and were thus named after Janus, a two-faced Roman god. STAT is 

a family of transcription factors that become activated when one of their tyrosine residues is 

phosphorylated by a JAK (Ihle, 1996; Marrero, 2005). Once phosphorylated, STAT 

molecules interact to form dimmers that translocate from the cytoplasm to the nucleus. In 

the nucleus, the dimerized STAT proteins are able to bind to specific DNA sequences in the 

promoters of cytokine inducible genes and activate or repress the transcription of those 

genes directly. The JAK-STAT signalling pathway provides a direct link between cytokine 

binding at the cell surface to changes in gene expression at the level of new gene 

transcription (Marrero, 2005; Rakesh and Agrawal, 2005). Different cytokine receptors bind 

to unique JAK and STAT combinations resulting in specific outcomes to cytokine exposure. 
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2.7.2 Pro-inflammatory and anti-inflammatory cytokines 

Interferon gamma (IFN-γ) 

IFN-γ is a key Th1 cytokine involved in the innate immune response to malaria. It is 

mainly produced by NK cells, CD8+ and CD4+ T lymphocytes and antigen presenting cells 

(Frucht et al., 2001; Bouyou-Akotet and Mavoungou, 2009; Horowitz et al., 2010). T cell 

secretion of IFN-γ may help to induce cytophilic IgG blood-stage-specific antibodies and 

assist in antibody-dependent cellular inhibitory mechanisms (Bouharoun-Tayoun et al., 

1990). P. falciparum  blood stage antigen can induce IFN-γ production by CD4+T cells and 

this has been shown to be associated with protection against malaria re-infection in Africa 

(Luty et al., 1999). Likewise, sporozoites which are rapidly processed by the host cell and 

presented on the surface of infected hepatocytes in combination with MHC class I, leads to 

stimulation of NK and CD4+ T cells to produce IFN-γ, which can trigger a cascade of 

immune reactions and can lead to the death of intracellular parasites (Malaguarnera and 

Musumeci, 2002; McCall and Sauerwein, 2010).  

IFN-γ activates macrophages to kill parasites, exerting its effects through its receptor 

IFNGR1. Animal models have shown a critical role of IFN-γ in immunity against malaria 

parasites (Favre et al., 1997; Angulo and Fresno, 2002). High IFN-γ production as part of a 

Th1-driven immune response has been associated with a more favorable outcome in most 

animal models of malaria (Sedegah et al., 1994). This effect has been attributed to the 

monocyte-macrophage activating capacity of IFN-γ, with rapid killing of the malarial blood-

stage parasites by reactive oxygen and nitrogen intermediates (Taylor-Robinson and Looker, 

1998). The role of IFN-γ as a key molecule in human antimalarial host defence has been 

demonstrated in patients with uncomplicated P. falciparum  malaria (Winkler et al., 1998). 

However, IFN-γ is also part of an inflammatory response that, if exacerbated, can be 

associated with adverse pathology (Claser et al., 2011). It can also contribute to the acute 

symptoms of malaria through the induction of TNF-α and IL-1 (Riley, 1999).   



IB
ADAN U

NIV
ERSITY LI

BRARY

49 

 

TNF-α 

The first characterized parasite-induced cytokine was TNF-α, induced in 

macrophages by Plasmodium -infected erythrocytes, malarial pigment (Pichyangkul et al., 

1994), and certain glycolipids such as GPI moiety (Schofield and Hackett, 1993; 

Malaguarnera and Musumeci, 2002). TNF is one of the most important mediators of 

inflammation. It is produced primarily by macrophages and monocytes after activation by 

foreign antigens. Antibodies directed against GPI blocked the stimulatory function of lysates 

from different strains of plasmodia infected erythrocytes to induce TNF-α from 

mononuclear cells (Bate and Kwiatkowski, 1994). TNF-α can increase the phagocytic 

capacity of monocytes or macrophages due to an increased expression of Fc receptors on 

them, or to the modulation of Fc-receptor signalling pathways by signals originating from 

the binding of TNF-α to its receptors (Muniz-Junqueira et al., 2001). However, different 

strains of P falciparum obtained from children with mild or cerebral malaria have been 

found to show marked variation in their ability to induce TNF-α from 

monocytes/macrophages (Allan et al., 1995).  

TNF-α has also been suggested to play a similar role to that of IFN-γ in early 

responses against Plasmodium  (Randall and Engwerda, 2010). In animal models, treatment 

with an anti-TNF-α monoclonal antibody resulted in a tendency toward longer times for 

parasite clearance (Looareesuwan et al., 1999), while treatment with recombinant human 

tumour necrosis factor-α reduced parasitaemia and prevented Plasmodium  berghei K173-

induced experimental cerebral malaria in mice (Postma et al., 1999; Depinay et al., 2011). 

Similarly, an association between the ability to produce high levels of TNF-α and an 

accelerated cure and improved prognosis has been reported in humans (Mordmuller et al., 

1997; Randall and Engwerda, 2010).  

TNF-α also seems to have, in roughly 1% of individuals with malaria, detrimental 

properties such as fever, aches and pains correlated to acute illness, hypoglycaemia, shock, 

bleeding, and reversible coma (Beutler and Grau, 1993). Elevated concentrations of TNF 

alter the surface properties of vascular endothelial cells and results in the local accumulation 

of leukocytes. These sequestered leukocytes release more TNF, thus amplifying the 
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cytotoxic effect on endothelial cells, and resulting ultimately in vascular wall damage and 

haemorrhagic necrosis. In severe falciparum malaria, several studies have shown association 

between plasma concentrations of TNF-α as well as other pro-inflammatory cytokines and 

mortality (Grau et al., 1989; Kern et al., 1989; Kwiatkowski, 1990), although this 

relationship was not confirmed in other studies (Shaffer et al., 1991). In murine models, 

immunopathological damage was found to be associated with elevated concentrations of 

TNF-α, which can be prevented by the administration of anti-TNF polyclonal antibodies 

(Grau et al., 1987).  

Several studies have suggested that TNF-α is the main mediator of secondary 

complications accompanying severe malaria caused by P. falciparum  and that it could 

become fatal among people suffering from cerebral malaria, severe anaemia, lactic acidosis 

and hypoglycaemia (Odeh, 2001). Likewise, a close association between the presence of 

severe anaemia, high TNF-α concentrations, and large numbers of circulating haemozoin 

containing monocytes has been reported (Luty et al., 2000), suggesting that haemozoin-

induced TNF-α-production plays a part in either initiation or exacerbation of anaemia as a 

clinical outcome of chronic, uncontrolled parasitaemia. Likewise, several experimental 

studies have demonstrated this cytokine's role in pathogenic malarial anaemia, including 

severe disruption of erythropoiesis and erythroid cell suppression and proliferation (Tchinda 

et al., 2007a). However, the production of TNF-α could be regulated by the anti-

inflammatory effect of IL-10 (de Waal Malefyt et al., 1991).  

 

Interleukin (IL) 10 

IL-10 was initially characterized as „„cytokine synthesis inhibitory factor‟‟ produced 

by Th2 cell clones that inhibited the production of IFN-γ by Th1 cells (Fiorentino et al., 

1989; Niikura et al., 2011). IL-10 is produced by B cells, Th2 cells, monocytes and 

macrophages after antigen stimulation (Vandenbroeck et al., 2006). The major function of 

IL-10 is to serve as an anti-inflammatory and immunosuppressive cytokine (Sunder et al., 

2012). It inhibits cytokine production in Th1 and CD8+ cells as well as the production of 
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pro-inflammatory cytokines like TNF and IL-1. It however, does not affect the proliferation 

of Th1 and CD8+ T cells, but induces B-cell proliferation, and immunoglobulin production, 

which is essential for the development and maturation of antimalarial antibodies 

(Malaguarnera and Musumeci, 2002). However, evidence is accumulating that Th1 and 

CD4+ T cells provide a crucial source of IL-10 (Freitas do Rosario et al., 2012; Freitas do 

Rosario and Langhorne, 2012). IL-10 down-regulates the expression of MHC class II 

molecules on macrophages and of co-stimulatory molecules such as CD80 and CD86, 

leading to decreased antigen presentation (Akdis and Blaser, 1999), inhibits ROI and NOI 

production, prevents Tcell priming and proliferation, and suppresses the production of 

interferon-γ, interleukin 6, TNF-α, and GM-CSF by T cells (Akdis and Blaser, 1999). It also 

inhibits the ability of malaria antigens to induce or release tumour necrosis factor (Ho et al., 

1995). 

IL-10 is a key cytokine that has been shown to have important regulatory function in 

establishing a balance between pro- and anti-inflammatory responses in malaria (Freitas do 

Rosario and Langhorne, 2012). A prominent role in switching from Th1 to Th2 responses is 

attributed to IL-10 (Angulo and Fresno, 2002). Therefore, it is probably involved in 

controlling the adequate timing of antiparasitic responses (Li et al., 1999). Plasma levels of 

IL-10 have been reported in patients with acute malaria (Wenisch et al., 1995). Similarly, an 

anti-IL10 antibody used to treat C57BL/6 mice infected with P. yoelii 17XL in vivo was 

shown to increase survival times with no detectable changes in parasitemia (Kobayashi et 

al., 2000). Early IL-10 production has been associated with susceptibility to infection, and it 

is thought that this cytokine has a prominent anti-inflammatory effect, limiting in some way 

the damage inflicted on normal tissues by an excessive Th1 response (Kobayashi et al., 

1996).  

It has been shown that the increase of interleukin 10 is more pronounced and more 

specific than interleukin 6 and interleukin 8 in patients with malaria parasitaemia compared 

with other infections (Jason et al., 2001). A study of malaria-infected children and adults in 

Gabon recorded many interleukin-10-producing CD4+ and CD8+ T cells co-expressing 

interferon-γ (Winkler et al., 1999). These cells may provide a fertile ground for parasite-
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driven immune modulation. However, it is not yet clear whether the increased 

concentrations of interleukin 10 have a beneficial role by reducing the parasite-induced 

inflammatory response, or a detrimental one by decreasing the cellular immune responses. 

Similarly, in severe malaria, particularly in fatal cases, it has been suggested that 

there is a relative failure of IL-10 production, and thus of control of pro-inflammatory 

cytokine release (Ho et al., 1998). Likewise, it has been shown that severe anaemia is 

associated with reduced concentrations of circulating interleukin 10 (Kurtzhals et al., 1998) 

and, that an increased ratio between TNF-α and IL-10 contributes to the reversible bone-

marrow suppression seen in malaria patients (Othoro et al., 1999). The inhibition of 

interferon-γ and TNF-α secretion by IL-10 synthesis has been reported to be important to 

counteract the pathological role of macrophages in cerebral malaria (Kossodo et al., 1997). 

 

Interleukin-18 

IL-18 is a pro-inflammatory cytokine that enhances innate and specific Th1 immune 

responses. It was originally discovered as a factor that induces IFN-γ production from Th1 

cells (Okamura et al., 1995b). Apart from Th1 cells, IL-18 can act on nonpolarized T cells, 

NK cells, B cells, and dendritic cells to produce IFN-γ in the presence of IL-12 (Okamura et 

al., 1995b; Okamura et al., 1998; Akira, 2000; Ajiki et al., 2003). IL-18 has also been 

shown to have a role in inducing a proper Th2 response because of its capacity to directly 

induce IL-4 and IL-13 secretion, as well as high IgE expression by B cells (Hoshino et al., 

1999; Yoshimoto et al., 2000; Nakanishi et al., 2001a). The ability of IL-18 to induce a Th2 

response depends on CD4+ T cells, NK-T cells, and IL-4. IL-18-induced IgE production has 

also been shown to be abrogated in CD4+ T cell-depleted mice (Yoshimoto et al., 2000). 

Therefore, IL-18 has the capacity to stimulate innate immunity and both Th1- and Th2-

mediated responses (Nakanishi et al., 2001b). IL-18 is produced by monocytes, 

macrophages, dendritic cells, epithelial cells, Kupffer cells, astrocytes, kerotinocytes and 

osteoblasts when activated by antigenic products, or in response to microbial 
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lipopolisaccharides (Staak et al., 1997; Stoll et al., 1998; Dinarello, 1999; Nakanishi et al., 

2001a; Seki et al., 2001; Swain et al., 2001).  

Analysis of the amino acid sequence and structural motifs of IL-18 shows that it 

belongs to the IL-1 family of cytokines (Okamura et al., 1995b). Like IL-1, IL-18 is 

produced as an inactive precursor that is cleaved by the IL-1 converting enzyme (caspase 1) 

to generate an 18.3 kDa biologically active peptide (Ghayur et al., 1997; Liu et al., 2000) 

and the activity of mature IL-18 is closely related to that of IL-1β (Bazan et al., 1996). 

Proteinase-3, caspase-3, and cathepsin proteases can also cleave the precursor polypeptide 

but this sometimes results in inactive forms of IL-18 (Su et al., 1997; Sugawara et al., 2001).  

Mature IL-18 binds a heterodimeric surface receptor (IL-18R) which is comprised of 

an α chain (IL-18Rα) responsible for extracellular binding and a β chain (IL-18Rβ) which is 

a nonbinding, signal transducing chain (Kato et al., 2003). Both chains are required for 

functional IL-18 signaling (Born et al., 1998; Boasberg et al., 2006). IL-18R is expressed on 

a variety of cells including macrophages, neutrophils, natural killer (NK) cells, endothelial, 

and smooth muscle cells (Leung et al., 2001; Afkarian et al., 2002; Gerdes et al., 2002). The 

interaction of IL18 and IL18R results in the recruitment of myeloid differentiation 88 

(MyD88), an adaptor molecule involved in IL-1 and Toll-like receptor signaling 

(Chandrasekar et al., 2004). The high affinity IL18R complex also recruits the IL-1R-

associated kinase (IRAK) to the receptor complex resulting in phosphorylation of NFκB-

inducing kinase with subsequent translocation of NFκB to the nucleus (Sareneva et al., 

2000). Similar to IL-1, a soluble IL-18 binding protein which is constitutively secreted 

exists, and has high affinity for IL-18 and blocks its biological activity (Nakanishi et al., 

2001b).  

In terms of its biological effects, IL-18 is closely related to and acts synergistically 

with IL-12 (Malaguarnera and Musumeci, 2002). The combination of IL-18 plus IL-12 has 

been suggested to be more effective at inducing interferon-γ production by macrophages 

than IL-18 alone (Dinarello, 1999). In synergy with IFN-α or IL-12, IL-18 induces IFN-γ 

production in T cells and enhances Th1 cell development (Okamura et al., 1995b; Micallef 

et al., 1996; Robinson et al., 1997), but may also exert its effect independently of IL-12 
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(Kohno et al., 1997). IL-18 can also induce IFN-γ production from T cells independently of 

TCR activation, a property unique to IL-18 (Dinarello and Fantuzzi, 2003). 

IL-18 has been reported to play a protective role in malaria, particularly in early 

immunity against Plasmodium  by enhancing IFN-γ production in vivo (Singh et al., 2002). 

In human malaria elevated levels of IL-18 in serum/plasma of patients with P. falciparum  

malaria have been reported in several studies from endemic areas (Malaguarnera et al., 

2002; Chaisavaneeyakorn et al., 2003; Nagamine et al., 2003). Likewise, increased levels of 

IL-18 as well as IFN-γ were observed in symptomatic individuals compared with non-

symptomatic or aparasitaemic individuals suggesting the induction of these cytokines in 

response to active P. falciparum  infection (Torre et al., 2001). As a result of the positive 

correlation between IL-18 levels and disease severity as well as parasitemia, IL-18 has been 

suggested to be a marker for disease severity in malaria (Torre et al., 2001; Nagamine et al., 

2003). MyD88-dependent signalling of IL-18 is however important for early parasite control 

as suggested by studies using animal models (Cramer et al., 2008). 

 

2.8    Genetic Basis of Host Resistance to Malaria  

The impression that variations in host response to infection might have a genetic 

basis is not new (Haldane, 1949; Allison, 1954; Cooke and Hill, 2001). Way back in 1949, 

Haldane proposed that genetic variation in globin genes gave a selective advantage for 

survival in malaria-endemic areas, and that similar forces from other pathogens could 

maintain great biochemical diversity (Haldane, 1949). Malaria has exerted an almost 

unparalleled selective pressure on humans, leading to the appearance of gene 

polymorphisms at high frequency (Kwiatkowski, 2000; Driss et al., 2011). Malaria has been 

described as the strongest known selective pressure in the recent history of the human 

genome (Kwiatkowski, 2005). The greatest number of genes conferring differential 

susceptibility to any disease has been reported only for the various manifestations of malaria 

(Frodsham and Hill, 2004). Malaria is the evolutionary driving force behind sickle-cell 

disease, thalassaemia, glucose-6-phosphate dehydrogenase (G6PD) deficiency, and other 

erythrocyte defects. 
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A growing number of human genes have been related to malaria resistance or 

susceptibility and these can be broadly divided into: genes that are related to erythrocyte 

metabolism, such as Duffy antigen chemokine receptor (DARC), G6PD, and β-globin 

haemoglobin (HBB); genes that mediate cytoadherence by P. falciparum -infected 

erythrocytes, such as complement component receptor 1 (CR1), CD36 ligand, and 

intercellular adhesion molecule 1 (ICAM-1); and genes that are directly involved in immune 

responses, such as interferon-γ (IFN-γ), tumour necrosis factor-α (TNF-α), interleukins (IL), 

and HLA genes (Jenkins et al., 2005; Mackinnon et al., 2005; Barreiro and Quintana-Murci, 

2010; Lyke et al., 2011). 

 

2.8.1 Haemoglobin variants 

The most well-known examples of erythrocyte variants conferring resistance to 

malaria are the haemoglobin gene variants. Haemoglobin comprises of four globin chains: 

foetal haemoglobin (HbF) has two α and two γ chains (α2γ2), while adult haemoglobin 

(HbA) has two α and two β chains (α2β2). The α-globin and β-globin genes are located on 

chromosomes 16 and 11 respectively, and they control the production of globin chain 

(Ashley-Koch et al., 2000; Voskaridou et al., 2012). The most striking of the 

haemoglobinopathies is associated with the β-globin gene (HBB), of which three different 

amino acid changes are observed at polymorphic frequencies: HbS (β6Glu→Val), HbC 

(β6Glu→lys), HbE (β26Glu→lys) and they confer different levels of malaria protection 

(Flint et al., 1998; Weatherall and Clegg, 2001; Verra et al., 2007).  

The term sickle-cell disease (SCD) or “sickle hemoglobin” refers to a group of 

symptomatic disorders associated with mutations on the HBB gene (Richer and Chudley, 

2005), which produce the hemoglobin form known as Hemoglobin S (HbS). HbS 

homozygotes suffer from sickle-cell disease, but heterozygotes have a tenfold reduced risk 

of severe malaria (Allison, 1954; Ackerman et al., 2005). The mechanism of protection in 

heterozygotes having the sickle cell trait (HBAS) has been suggested to be innate (Gong et 

al., 2012). HbS is widespread all over malaria endemic areas and common in sub-Saharan 

Africa with carriers reaching 15-20% in some areas (Weatherall and Clegg, 2001). Within 

this region however, it has been shown that the HbS allele occurs in four different 
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haplotypes (Lapoumeroulie et al., 1992; Flint et al., 1998). 

Distinct mechanisms conferring protection against severe and complicated malaria 

have been proposed for the different haemoglobinopathies such as sickle-cell trait and beta 

thalassemia trait (Ayi et al., 2004; Williams et al., 2005a; Ferreira et al., 2011). Among the 

most relevant mechanisms, reduced erythrocyte invasion by the parasite, decreased intra-

erythrocytic parasite growth (Pasvol et al., 1992), enhanced phagocytosis of parasite-

infected erythrocytes (Cappadoro et al., 1998; Ayi et al., 2004) and increased immune 

response against parasite-infected erythrocytes have all been described (Duffy and Fried, 

2006). The HbS allele seems not to prevent the infection per se, but is protective against 

death or severe disease (profound anaemia and cerebral malaria), probably owing to 

impaired entry and growth of the parasites during the erythrocytic stage of development 

(Chippaux et al., 1992a; Chippaux et al., 1992b; Pasvol et al., 1992; Shear, 1993; Shear et 

al., 1993). Friedman (Friedman, 1978) had earlier described the mechanisms by which HbS-

containing erythrocytes inhibit malaria parasite growth. He showed that HbS changes its 

nature in deoxygenating conditions and parasites become gravely affected, therefore 

showing that only erythrocyte mechanisms are sufficient for providing resistance “in vivo”. 

He also showed that 90% of young parasites are eliminated in HbAS cell populations, of 

which only 60% are sickled or distorted and that the parasite contributes to conditions 

inducing sickling in its host cell.  

Haemoglobin C (Hb C) results from a point mutation leading to the replacement of 

glutamate by lysine in the β-globin's sixth amino-acid position (Agarwal et al., 2000; 

Fairhurst et al., 2005). Hb C is restricted to parts of West and North Africa (Modiano et al., 

2001; Mockenhaupt et al., 2004a). Although HbAC is asymptomatic, HbCC can produce 

mild haemolysis, splenomegally and gallstones (Mockenhaupt et al., 2004a). Similarly, the 

relatively high frequencies of HbC have also been suggested to be maintained by resistance 

to P. falciparum  malaria in West Africa (Modiano et al., 2001). The study showed evidence 

both for heterozygote and homozygote resistance and suggested that, unlike the sickle cell 

mutation, HbC may be an example of transient polymorphism, based largely on the 

perceived lack of clinical disability or haematological changes of HbC homozygotes, 

although it is not absolutely clear whether homozygotes for this variant are completely 
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unaffected by the condition. However, there are indications that HbC reduces parasitaemia 

and confers protection against mild malaria attack (Rihet et al., 2004). 

Haemoglobin E (HbE) is produced when the glutamic acid in position 26 of the β-

globin chain is replaced by a lysine (Nagel et al., 1981; Chotivanich et al., 2002; Ohashi et 

al., 2004). It has been observed that erythrocytes from people having HbE show reduced 

plasticity and deformability “in vitro”, thus impairing merozoite growth and release 

(Bunyaratvej et al., 1992). Homozygous HbE erythrocytes (HbEE) are microcytic (having 

low mean corpuscular volume) at low haemoglobin concentration (Nagel et al., 1981). Such 

haemoglobinopathy is very common in South-eastern Asia (Chotivanich et al., 2002). HbE 

is found in the eastern half of the Indian sub-continent and throughout Southeast Asia, 

where, in some areas, carrier rates may exceed 60% of the population (Ohashi et al., 2004). 

Homozygotes generally have symptoms of anaemia. It has been observed that erythrocytes 

from HbE-heterozygous individuals are relatively resistant to invasion by P. falciparum  and 

presumable that HbE protects against severe malaria (Chotivanich et al., 2002; 

Kwiatkowski, 2005). 

The thalassaemias are the most common haemoglobin variant with high prevalence 

and distribution in malaria endemic areas and provide one of the most compelling evidence 

of genetic factors controlling disease susceptibility in humans (Haldane, 1949; Allison, 

1954; Weatherall and Clegg, 2001; Verra et al., 2007). The thalassaemias comprise a group 

of clinical disorders that result from defective production of α- or β-globin chains, which 

arise from deletions or other disruptions of the globin gene clusters on chromosomes 11 and 

16 (Allen et al., 1997; Vento et al., 2006). The α-globin is produced by two identical 

(linked) HBA genes referred to as HBA1 and HBA2, with the genotype (αα/αα). 

Homozygous thalassaemia occurs when both genes are deleted, causing α
o
-thalassaemia 

which results in severe disease or death, whereas heterozygotes only have mild anaemia 

(Kwiatkowski, 2005). However, if one of the pair of genes (HBA1 or HBA2) is deleted or 

inactivated such that some α-globin synthesis is possible (α
+
-thalassaemia), the homozygotes 

are only mildly anaemic with hypochromic erythrocytes, whereas the heterozygotes are 

clinically normal. The distribution of α
+
-thalassaemia appears to be highly correlated with 
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malaria endemicity (Flint et al., 1998) and it is suggested to confer protection against severe 

malaria (Mockenhaupt et al., 2004b; Williams et al., 2005b).  

 

2.8.2 Variants of erythrocyte enzyme 

Glucose-6-phosphate dehydrogenase (G6PD) deficiency is the most common human 

enzyme defect, being present in more than 400 million people worldwide (Cappellini and 

Fiorelli, 2008). The geographical distribution of G6PD deficiency is consistent with 

evolutionary selection by malaria (Ganczakowski et al., 1995; Sarkar et al., 2010; 

Millimono et al., 2012). G6PD is a cytoplasmic enzyme that catalyses the first step in the 

hexose monophosphate pathway leading to synthesis of pentose phosphate (Ruwende and 

Hill, 1998). It also catalyses conversion of nicotinamide adenine dinucleotide phosphate 

(NADP) to its reduced form (NADPH), thus providing reducing power to all cells and 

protecting erythrocytes from oxidative damage (Frank, 2005). NADPH enables cells to 

counterbalance oxidative stress that can be triggered by toxic by-products that results from 

the digestion of haemoglobin by the malaria parasites after erythrocyte invasion (Cappellini 

and Fiorelli, 2008). G6PD is encoded by a 16.2kb gene located on chromosome Xq28, the 

telomeric region of the X chromosome's long arm, and hence one of the two G6PD alleles 

present in females is subject to inactivation. This gene comprises 13 exons (Ruwende and 

Hill, 1998) and displays different mutations varying among different populations (Mehta et 

al., 2000).  

The G6PD  gene  exhibits  remarkable  polymorphism  in human  populations  and 

G6PD  is  known  to  have  over  400  variants (Beutler, 1994; Frank, 2005; Hue et al., 

2009). Many mutations reducing G6PD activity have been associated with protection against 

malaria (Clark et al., 2009) and might be beneficial by reducing parasite growth rate into the 

erythrocytes or by causing a more efficient phagocytosis of infected red cells at an early 

stage of parasite maturation (Friedman, 1978; Cappadoro et al., 1998; Ruwende and Hill, 

1998). In clinical field studies, fewer P. falciparum  parasites were found in children 

heterozygous for G6PD deficiency than in children with normal copies of the gene (Bienzle 

et al., 1972). Furthermore, G6PD-deficient children were found to have fewer episodes of 

life-threatening malaria than did children in whom G6PD activity was normal (Ruwende et 



IB
ADAN U

NIV
ERSITY LI

BRARY

59 

 

al., 1995; Orimadegun and Sodeinde, 2011; Luzzatto, 2012). In vitro studies showed that P. 

falciparum  is able to invade G6PD-deficient red blood cells but does not mature normally 

(Usanga and Luzzatto, 1985). Parasitized G6PD-deficient red blood cells are phagocytosed 

more readily by macrophages than parasitized red cells with normal G6PD activity 

(Cappadoro et al., 1998; Ayi et al., 2004). 

 

2.8.3 Immunogenetic variants 

Major Histocompatibility Complex/Human Leukocyte Antigen 

The human major histocompatibility complex (MHC) is one of the most important 

components of the immune system, which is located on chromosome 6 and encodes cell-

surface antigen-presenting proteins and many other proteins related to immune system 

function (Matsumura et al., 1992; Babbitt et al., 2005; Falk et al., 2006a; Ahn et al., 2011).  

T cells recognize proteolytic fragments of antigens that are presented to them on major 

histocompatibility complex (MHC) molecules (Doytchinova et al., 2011). MHC class I 

molecules present primarily products of proteasomal proteolysis to CD8(+) T cells, while 

MHC class II molecules display mainly degradation products of lysosomes for stimulation 

of CD4(+) T cells (Munz, 2012). MHC in humans is denoted as human leukocyte antigen 

(HLA) for its predominant expression in these cells (Costantino et al., 2012).  

Major histocompatibility complex is formed by multiple polymorphic genes which 

have been subdivided into three main groups: Class I (HLA-A, B, C); Class II (DRB1 and 

DQB1) and Class III genes. These genes encode proteins involved in the recognition of 

parasite-derived antigens (Radwan et al., 2012). The first two classes are membrane-bound 

molecules able to activate T-lymphocytes to initiate or enhance an acquired immune 

response (Dausset, 1981; Bjorkman et al., 1987; Stern and Wiley, 1994; Pieters, 1997), 

while class III genes encode soluble proteins such as the complement cascade proteins and 

some cytokines and heat shock proteins. Multiple different human class II loci have been 

identified. These have been named DP, DM, DO, DN, DQ and DR, and exhibit different 

degrees of allelic polymorphism (Bell et al., 1986; Bjorkman and Parham, 1990; Mason and 

Parham, 1998).  
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Susceptibility to malaria has been shown in people having certain HLA class I and 

class II alleles (Weatherall et al., 2002; Yamazaki et al., 2011). Studies have suggested that 

the HLA-DR system could play an important role in protection against malaria (Mehta et al., 

2004). In other studies, carriers of the class I HLA antigen HLA-Bw53 (frequently occurring 

in sub-Saharan Africa) were shown to be protected against severe malaria and associated 

with 14.7% reduction in cases of severe anaemia as well as 16.1% reduction of cerebral 

malaria (Hill et al., 1991; Hill et al., 1992). These findings were also supported by data 

reported by other authors (Wilkinson and Pasvol, 1997; Gilbert et al., 1998). Moreover, the 

class II HLA haplotype, DRB1*1302-DQB1*0501, is associated with reduced susceptibility 

to severe malaria in the population of Gambia in western Africa. Furthermore, a recent study 

in Mali identified the HLA-A*30:01 and A*33:01 as potential susceptibility factors for 

cerebral malaria (Lyke et al., 2011), thus providing further evidence polymorphism of MHC 

genes results in altered malaria susceptibility. 

 

Nitric oxide synthase 2 (NOS2) polymorphism  

The nitric oxide synthase 2 (NOS2) enzyme produces nitric oxide (NO), free radical 

mediating several physiological processes in immune-regulation (Hobbs et al., 2002), which 

is implicated in innate immunity against malaria. It has been shown that GPI moiety induces 

NOS in macrophages (Tachado et al., 1996) and activates endothelial cells by tyrosine-

kinase-mediated signal transduction (Schofield et al., 1996). The NOS2 encoding gene is 

localized in chromosome 17 and consists of 26 exons, its transcription site beginning in exon 

2 and its stop codon in exon 26 (Chartrain et al., 1994; Coia et al., 2005). Even though the 

molecular mechanisms responsible for protection against severe malaria is yet to be 

elucidated, some studies have suggested that polymorphism in the NOS2 gene promoter 

region does increase NO production and could thus be an antimalarial resistance mechanism 

(Lopez et al., 2010). Perkins et al. (1999) measured NO production and NOS (NO synthase) 

activity in peripheral blood mononuclear cells (PBMCs) from Gabonese children having a 

history of prior mild malaria (PMM) or prior severe malaria (PSM) caused by P. falciparum  

(Perkins et al., 1999). The study showed that the PMM group had significantly higher levels 

of NOS activity in isolated PBMCs, high NO production and NOS activity in cultured 
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PBMCs (Perkins et al., 1999), contrary to earlier study (Kremsner et al., 1996) showing 

increased NO levels in plasma from patients suffering from severe P. falciparum  malaria, 

thus suggesting association of high levels of NO production with the disease's severity. In 

animal models, NO has been shown to be associated with protection against cerebral malaria 

through impaired brain microcirculatory haemodynamics and decreased vascular pathology 

(Cabrales et al., 2011). 

Promoter polymorphisms in the NOS2 gene has been suggested to be involved in 

antimalarial resistance, mainly in children, partly depending on their innate immune 

response in malaria-endemic areas (Kun et al., 1998). The promoter variants were shown to 

protect heterozygous carriers against severe malaria (Kun et al., 2001). Carriers of certain 

promoter variants were also found to have higher basal levels of nitric oxide (Coia et al., 

2005). The promoter mutation has likewise been shown to be associated with protection 

against cerebral malaria and severe malarial anaemia in Tanzania and Kenya (Hobbs et al., 

2002). Recently, it was shown that the NOS2 genotype protects against severe malaria by 

increasing NO production during episodes of uncomplicated malaria (Planche et al., 2010). 

Moreover, promoter variants in the NOS2 gene have also been found to be associated with 

severe megaloblastic anaemia in malaria patients (Aggarwal et al., 2011).  

However, in another study assessing the relation between NOS2 promoter SNPs and 

haplotypes with malaria severity in Tanzanian children, no consistent associations were 

found and it was concluded that the cause-effect relationship might be more complex than 

previously thought (Levesque et al., 2010).  

 

Tumour necrosis factor-α promoter polymorphism  

As described earlier, tumour necrosis factor-α (TNF-α) is a cytokine presenting a 

broad range of pro-inflammatory activities. It plays an important role in inflammation 

(Bayley et al., 2004) and acts on several cell systems, regulating the expression of adhesion 

molecules (Tchinda et al., 2007a). The TNF-α gene is located within the major 

histocompatibility complex and contains within its promoter region, several single 

nucleotide polymorphisms at positions -863, -857, -376, -308, -244 and -238 relative to the 
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transcription start site (Wilson and Duff, 1995). These polymorphisms could modify DNA 

conformation at the promoter and thereby, the binding of transcription factors that may 

ultimately alter TNF-α gene expression.  

The polymorphism at position -308 has either a G in the TNF-α1 allele or an A in the 

TNF-α2 allele. TNF-α2 allele (TNFα -380A/A) has been found to be a stronger transcription 

factor activator than the TNF-α1 allele (TNFα -308G/G) and has been associated with 

malaria susceptibility (Wilson et al., 1997; Baseggio et al., 2004). Homozygousity at the 

TNF-308A has been found to be associated with increased risk of cerebral malaria in 

Gambian and Kenyan children (McGuire et al., 1994) while a second polymorphism (TNF-

238A) also showed association to severe anaemia in the Gambian patients (McGuire et al., 

1999). The frequency of the heterozygous genotype (TNFα -380A/G) has recently been 

found to be high in the malaria endemic area of Ivory Coast, suggesting a possible selective 

advantage of the heterozygote genomes (Santovito et al., 2012). The TNF-376A 

polymorphism appears to recruit the transcription factor OCT-1 to the promoter, resulting in 

increasing gene expression in monocytes, and increased susceptibility to infection (Knight et 

al., 1999). In The Gambia, the TNF-376A alleles were associated with increased 

susceptibility to developing cerebral malaria (Kwiatkowski, 2000). 

  

IL-18 and IL-18Rα gene and promoter polymorphisms  

The human IL-18 gene is located on chromosome 11q22.2-q22.3, and is composed 

of six exons and five introns (Kruse et al., 2003). Its promoter is relatively unique in that it 

contains multiple transcription initiation sites. Studies have shown the presence of three 

SNPs at position -656G/T, -607C/A and -137G/C in the promoter of IL-18 gene (Giedraitis 

et al., 2001; Sugiura et al., 2002; Higa et al., 2003) although there are very few reports on 

the -656G/T SNP. The -607C/A and -137G/C are believed to be within a transcription 

initiation site. These promoter regions are predicted to be the binding sites for cyclic 

(Adenosine 30, 50-cyclic monophosphate) AMP-responsive element-binding protein 

[cAMP] (Haus-Seuffert and Meisterernst, 2000) and human histone H4 gene-specific 

transcription factor-1 [H4TF-1] (Giedraitis et al., 2001), respectively. A change from C to A 
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at position -607 disrupts a potential cAMP-responsive element-binding protein binding site 

and a change at position -137 from G to C changes the H4TF-1 nuclear factor binding site, 

thereby impacting on IL-18 gene activity and potentially also to IFN-γ (Giedraitis et al., 

2001).  

Polymorphisms in the IL-18 gene promoter have been implicated in various diseases 

and disorders such as type I diabetes, Alzheimer‟s disease (Yu et al., 2009), Cancer 

(Palmieri et al., 2008; Khalili-Azad et al., 2009), HIV (Castelar et al., 2010; Sobti et al., 

2011), tuberculosis, asthma (Hollegaard and Bidwell, 2006), hepatitis B virus (Migita et al., 

2009), and rheumatoid arthritis (Thompson and Humphries, 2007). Meanwhile, no data was 

available to my knowledge, on the relationships between IL-18 gene variants as well as IL-

18Rα gene variants and malaria disease outcome as at the time this study was designed. 

However, there is now evidence to show that IL-18 promoter variants are associated with 

severe malaria anaemia (Anyona et al., 2011). 
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CHAPTER THREE 

MATERIALS AND METHODS 

3.1 Study site  

 This study was conducted in Lafia (Latitude 8° 30′ N and Longitude 8° 31′ E), a city 

in the middle belt region of Nigeria. Lafia is the capital city of Nasarawa state, which shares 

boundaries at the North-West with Abuja (the Federal Capital Territory), at the North-East 

with Plateau State, at the North with Kaduna State, at the South with Benue State, at the 

South-West with Kogi State and at the South East with Taraba State (Fig. 3.1). Lafia has an 

estimated population of 134,185 out of the estimated 1,863,275 people in Nasarawa state. 

Lafia is an agrarian town with a large percentage of its populace engaged in farming and 

agro-allied activities. The town has rich fertile soils, good for cultivating crops such as 

cassava, rice, yams, cashew, mangoes, oranges, groundnuts, beans, melon, maize, millet and 

guinea corn (http://www.nasarawastate.org/data.htm. Accessed 4th January, 2008). 

Lafia lies within the Guinea savanna ecological zone in north-central Nigeria. In this 

region, malaria transmission is described as stable and intense through most of the year 

(Bruce-Chwatt 1951; Molineaux and Gramiccia 1980). In Lafia, malaria is endemic and 

perennial with 7-12 months of transmission season (Craig et al., 1999). Anopheles gambiae 

s.s., Anopheles arabiensis and Anopheles funestus are the predominant vectors in this region 

(Bruce-Chwatt, 1951; Boreham et al., 1979; Molineaux and Gramiccia, 1980).  

 

3.2 Study Populations 

 A total of four hundred and thirty seven unrelated children between 6 months and 8 

years of age were enrolled into the study between November, 2005 and December, 2006, 

after satisfying the inclusion criteria. Children were enrolled into three groups: 

uncomplicated malaria, severe malaria and asymptomatic infections (control group) based 

on  clinical  and  laboratory  diagnoses. Children  who  present   with   clinical  symptoms of  
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IB
ADAN U

NIV
ERSITY LI

BRARY

65 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

Figure 3.1:   Map of Nigeria showing Lafia, Nasarawa State where the study was conducted 

(indicated by the bold arrow) 

 

Study Site 
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malaria were enrolled at the Dalhatu Araf Specialist Hospital (DASH) Lafia. The control 

group comprised of non-symptomatic children infected by P. falciparum, residing within 

3km radius of the hospital.  

 Inclusion criteria for uncomplicated malaria was presentation with symptoms 

compatible with malaria which includes chills, history of fever within the preceding 48 hr or 

pyrexia at presentation (axillary temperature >37.5
o
C), and the presence of asexual forms of 

P. falciparum  in peripheral blood smears without any indication of severe malaria. 

Participants enrolled into the severe malaria group satisfied at least one of the following: 

impaired consciousness assessed using the Blantyre coma scale of ≤2 (unrousable coma), 

hyperparasitaemia corresponding to >5% infected cells (>250,000/µl), severe anaemia 

(haematocrit <15%), hypoglycaemia (serum glucose < 2.2 mmol/L or <40 mg/dL) and the 

presence of asexual forms of P. falciparum  in peripheral blood smear according to WHO 

criteria (WHO, 2000). Non-symptomatic infection was defined as the presence of asexual 

forms of P. falciparum  in peripheral blood smear with a measured axillary temperature 

<37.5
o
C and no history of febrile illness or of antimalarial drug use in the preceding 2 

weeks.   

 

3.3 Ethical Considerations 

 Ethical approval for the study was granted by the Ethics Review Committees of the 

Nasarawa State Ministry of Health and the Dalhatu Araf Specialist Hospital, Lafia before 

the commencement of the study (Appendix 6 and 7). The details of the study were explained 

to parents/guardians of likely participants. Informed consent was then obtained from 

interested parent or guardian of each child prior to being included in the study.  

 

3.4 Sample collection 

 Blood (1ml) was collected by venepuncture from each child into EDTA bottles for 

molecular, parasitological and haematological analysis. Three drops of blood were spotted 

on labelled filter paper, air dried, individually sealed in plastic bags and stored at room 

temperature until DNA extraction. Thick and thin blood smears were made for microscopic 
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examination. The slides were labelled, allowed to dry and stored in a slide rack until 

microscopy.   

 

3.5 Microscopy 

 Slides were stained with freshly prepared Giemsa stain. Thick and thin blood films 

were examined for malaria parasites. Parasitaemia were quantified relative to 250 white 

blood cells (WBC) on thick films and estimated as parasites per µl assuming a mean WBC 

of 8,000 per µl of blood. Blood smears were labelled negative if no parasites were seen after 

examination of 200 oil immersion fields (x1,000) on a thick blood film. Thin films were 

used for screening and identification of species of malaria parasites other than P. falciparum 

. 

 

3.6 Determination of Blood haemoglobin (PCV) 

 Blood haemoglobin levels were estimated by haematocrit measurement using the 

micro-haematocrit centrifuge. Briefly, blood sample in the EDTA bottle was gently mixed 

and a plain capillary tube was used to draw blood by capillarity to about 70% of the length 

of the tube. Excess blood was wiped off from the tip of the tube and the ends of the tube 

were sealed with plasticine. The tube was then placed in a microhaematocrit centrifuge and 

spun at 3,000rpm for 5 minutes. A microhaematocrit reader (Hawksley) was afterwards used 

to measure the packed cell volume. Centrifugation step was performed at room temperature. 

 

3.7 Determination of Haemoglobin genotypes  

 Haemoglobin genotypes were determined by electrophoresis of blood lysate on 

cellulose acetate paper. Briefly, 200µl of blood was taken from the EDTA bottle and 

transferred to a 2 ml microfuge tube. Water, about 4 times the blood volume, was added to 

the blood and allowed to stand for 20 minutes to facilitate cell lysis. Meanwhile, the 

electrophoresis chamber was half-filled with Tris-EDTA/Borate buffer at pH 8.6 and 

chromatography papers (used as wicks) placed over the Perspex
TM

 chamber shoulder. One 
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end of the chromatography paper on the chamber shoulder was totally immersed in the 

cathodic compartment, while another end at the opposite side of the chamber shoulder was 

immersed in the anodic compartment of the buffer solution.  

 The cellulose acetate membrane was slowly impregnated with the buffer solution for 

10 minutes prior to the run. The haemolysate was mixed and small volume of each diluted 

sample was transferred onto a tile. The buffer impregnated membrane was then blotted and 

an applicator used to transfer the haemolysate sample of test subjects and known standards 

(Hb A, S, C) onto the cellulose acetate membrane. The membrane was then positioned at the 

chamber shoulder with the chromatography paper. Current was supplied at 200-240 volts 

and allowed to run for 20 minutes or until adequate separation was obtained. Reading was 

made immediately after separation. The haemoglobin genotype of each sample was 

determined using the bands of the standards as references. 

 

3.8 DNA Extraction  

 DNA was extracted from the dried blood spots on filter paper using the QIAamp
® 

DNA Mini Kit (Qiagen, Hilden, Germany) following the manufacturer‟s protocol, and 

stored at -20
o
C until further analysis. Briefly, 3-5 pieces of approximately 3x5mm blood 

spot from the filter paper were cut-out using razor blades or disposable surgical blades, one 

for  each sample (to avoid contamination). The cut-out parts were transferred into a 1.5 ml 

microcentrifuge tube and 180 µl of Buffer ATL added to it to enable cell lysis. This was 

incubated at 85°C for 10 min and briefly centrifuged to remove drops from inside the lid. 

For deproteination, 20 µl of proteinase K stock solution was added to the sample, mixed by 

vortexing, and incubated at 56°C for 1 hr. 200 µl of Buffer AL was afterwards added to the 

sample, mixed thoroughly by vortexing, and incubated at 70°C for 10 min. 200 µl of 

absolute ethanol (98-100%) was added to the sample, mixed thoroughly by vortexing and 

briefly centrifuged to remove drops from inside the lid. The mixture was then carefully 

applied to a QIAamp
®
 Mini spin column and centrifuged at 8000 rpm for 1 min. The 

QIAamp
®
 Mini spin column was then placed in a clean 2 ml collection tube and the filtrate 

discarded. 500 µl of Buffer AW1 was carefully added to the QIAamp
®
 Mini spin column 

and centrifuged at 8000 rpm for 1 min. This step was repeated using Buffer AW2 and 
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centrifuged at full speed 14,000 rpm for 4 min. The QIAamp
®
 Mini spin column was 

afterwards placed in a clean 1.5 ml microcentrifuge tube while the collection tube containing 

the filtrate was discarded. To elute DNA, 150µl of distilled water was carefully added to the 

QIAamp
®
 Mini spin column, incubated at room temperature for 1 min, and then centrifuged 

at 8000 rpm for 1 min. All centrifugation steps were performed at room temperature. 

 DNA amplifications were performed using a BIOMETRA TB1 thermal cycler 

(Biotron, Göttingen Germany). 

 

3.9 Design and Synthesis of Oligonucleotide Primers 

 With the exception of primers used for the genus and species PCR, Oligonucleotide 

primers were specifically designed for all PCR and sequencing reactions in this study. 

Primers were designed with the aid of two software programs that are freely available on the 

Internet, for use to the scientific community: Primer3 (http://www-genome.wi.mit.edu/cgi-

bin/primer/primer3www.cgi) and ExonPrimer (http://ihg.gsf.de /ihg/ExonPrimer.html). With 

respect to the host cytokine gene study, gene sequences and mRNA sequences for the primer 

design were taken from both the Entrez Gene cytogenetic band and the Ensembl gene 

cytogenetic band. Sequences for the P. falciparum  MSP-2 study were taken from the Entrez 

PubMed and PlasmoDB databases. Following design of primers, Oligonucleotide sequences 

were reconfirmed on the cytogenetic bands and sent for synthesis at Operon Biotechnologies 

GmbH, Cologne, Germany. Primers were shipped salt-free in dried state (lyophilized). Upon 

arrival, primers were spun at 1000 rpm for 5 min, resuspended in sterile TE buffer at pH 7.0, 

vortexed thoroughly and stored at -20
o
C until use.  

 

3.10 PCR Determination of Plasmodium spp  

In addition to microscopy, the PCR technique was used for the identification of the 

Plasmodium species because of its high sensitivity and specificity. The genus and species-

specific PCR-based assay used in this study was designed to amplify portions of the 

sequence coding for the small subunit ribosomal RNA (SSUrRNA) and has the added 

advantage of being able to detect all the four major species of human Plasmodium. 
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3.10.1 SSUrRNA gene PCR 

 2.0µl of DNA template were amplified in a final volume of 25µl containing 2.5µl 

x10 reaction buffer, 100µM of each dNTPs (dATP, dGTP, dTTP, and dCTP), 0.5pM of each 

primer (PLU5 / PLU6 for the primary reaction and FAL1 / FAL2; MAL1 / MAL2; OVA1 / 

OVA2 in the nested reaction for P. falciparum, P. malariae and P. ovale respectively) and 

0.75 units of Taq DNA polymerase (Qiagen, Hilden, Germany). Primer sequences 

(Appendix 1) are based on the SSUrRNA sequences described by Snounou et al. (1993). The 

PCR programme used was: denaturation at 95
 o

C for 5 min followed by 25 cycles (30 cycles 

in nested) of 1 min at 94
 o

C, 2 min at 60
 o

C and 2 min at 72
 o

C and a final extension period 

of 5 min at 72
 o
C. 

 

3.10.2 Gel electrophoresis 

 PCR products were subjected to electrophoresis on 1.5% and 2% agarose gels for P. 

malariae/P. ovale and P. falciparum respectively, and visualized by transillumination with 

ultraviolet light after staining with SYBR
®
 Green. Fragment sizes were calculated relative to 

the standard size marker (100bp DNA ladder) using the BioDocAnalyze (Biometra, 

Göttingen, Germany) computer software package.  

 

3.11 Molecular Characterization of P. falciparum MSP-2 

 The genetic diversity of P. falciparum  infections was investigated by genotyping 

one of the major vaccine candidate antigens, the merozoite surface protein 2 (MSP-2), 

suggested to be the most informative single marker for assessing the mean number of 

parasite genotypes per infected individual, which is also known as the multiplicity of 

infection (Snounou et al., 1999; Farnert, 2001).  

 

3.11.1 MSP-2 gene PCR 

 The primary reaction was designed to amplify the entire coding region of the MSA-2 

gene using the MSA2-1 and MSA2-4 primer pairs (Appendix 2). The reaction mixture was 
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performed in a final volume of 25µl containing 5.0µl of DNA template, 2.5µl x10 reaction 

buffer, 100µM of each dNTPs (dATP, dGTP, dTTP, and dCTP), 0.75 units of Taq DNA 

polymerase and 0.5pM of each primer. The PCR programme was: denaturation at 94
 o

C for 

5 min followed by 35 cycles of 10 sec at 94
 o

C, 30 sec at 57
 o

C and 40 sec at 72
 o

C and a 

final extension period of 3 min at 72
 o

C. This was followed by two sets of nested reactions 

using allelic family-specific primers (FC27 and 3D7). A third reaction was performed to 

amplify the entire central variable region with the primer pairs MSA2-2 and MSA2-3 

(Appendix 2) in order to detect sequences that may not be allelic family-specific. All nested 

reactions were performed in a final volume of 25µl containing 2.0µl of PCR product from 

the primary reaction, 2.5µl x10 reaction buffer, 100µM of each dNTPs, 0.5pM of each 

primer and 0.75 units of Taq DNA polymerase. The PCR programme was: denaturation at 

94
 o

C for 5 sec followed by 30 cycles of 10 sec at 94
 o

C, 30 sec at 57
 o

C and 40 sec at 72
 o

C 

and a final extension period of 3 min at 72
 o
C. 

 

3.11.2 Gel electrophoresis 

 PCR products were subjected to electrophoresis on 2% agarose gels and visualized 

by transillumination with ultraviolet light after staining with SYBR
®
 Green. Fragment sizes 

were calculated relative to the standard size marker (100bp DNA ladder) using the 

BioDocAnalyze (Biometra, Göttingen, Germany) computer software package.  

 

 

3.11.3 DNA purification  

 PCR products that showed single band on gel electrophoresis were purified on a 

HiBind
®

 DNA spin column using the E.Z.N.A.
®
 Cycle Pure Kit according to the 

manufacturer‟s instructions. Briefly, 20µl of XP1 Buffer was added to the PCR product and 

mixed thoroughly by vortexing. The sample was then applied to a HiBind
®
 DNA spin 

column which had been inserted into a 2 ml collection tube and centrifuged at 13,000 rpm 

for 1 min. 700µl of SPW Buffer diluted with absolute ethanol was added to the sample and 

centrifuged at 13,000 rpm for 1 min. The liquid in the collection tube was discarded and 
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another 700µl of SPW Buffer was added to wash the sample again. The liquid in the 

collection tube was again discarded and the empty column was centrifuged at 13,000 rpm 

for 1 min to dry the column matrix. The HiBind
®
 DNA spin column was afterward placed in 

a clean 1.5 ml Eppendorf tube. 30µl of sterile deionised water was then added to the centre 

of the column matrix and incubated at room temperature for 1 min. This was then 

centrifuged at 13,000 rpm for 1 min to elute DNA. All centrifugation steps were performed 

at room temperature. 

 

3.11.4 MSP-2 sequencing PCR 

 The sequence reactions were performed using the Big Dye terminator reaction mix 

(PE Biosystems, Weiterstadt, Germany). Each amplicon was sequenced in the forward 

direction. The forward primers of the family-specific primers (FC 27-1, 3D7-1) were used 

for the sequencing reactions of the PCR products earlier generated. Sequencing PCR was 

performed in a reaction volume of 10µl with 30ng of template DNA, 4µl sequencing buffer, 

1µl BigDye™ Terminator reaction mix and 0.5µl of primer. Cycling conditions (Biometra, 

Göttingen, Germany) were as follows: 25 cycles of 96
 o

C for 30 seconds, 50
 o

C for 15 

seconds and 60
 o
C for 4 minutes.  

 

3.11.5 Purification of sequencing products 

 Sequencing products were cleaned by centrifugation through Sephadex
TM

 G-50 DNA 

Grade Fine (GE Healthcare Bio-Sciences, Sweden) in 96-well Millipore plates. One gram of 

Sephadex was added to 15ml of sterile water and mixed gently for 30 minutes. 200µl of the 

mix was then added to each well of a 96-well Millipore purification column plate, spun at 

3,000rpm for 2 minutes at 4
o
C. Samples were then added to the gelatinized Sephadex for 

purification. A sterile microtitre plate was attached to the bottom of the purification column 

plate to collect the purified product. It was then spun at 3,000rpm for 2 minutes at 4
o
C.  
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3.11.6 MSP-2 Gene sequencing 

 Samples were separated by capillary electrophoresis in ABI PRISM® 3100 

sequencers using the default sequencing protocol in 50-cm capillary arrays. 

 

3.11.7 MSP-2 Gene sequence analysis 

 The sequences were analyzed and compared with published sequences on the Entrez 

PubMed and PlasmoDB, using the BioEdit sequence alignment software (Hall, 1999) 

[http://www.mbio.ncsu.edu/BioEdit/BioEdit.html]. Sequences were cleaned up by manual 

adjustment. Multiple Alignments were carried out with the Clustal W programme 

(Thompson et al., 1994). 

 

3.12 Determination of Genetic Polymorphisms in IL-18 Gene Promoter Region  

The promoter region of IL-18 gene evaluated in this study is shown in Figure 3.2. 

 

3.12.1 IL-18 PCR 

 PCR products were generated in a reaction volume of 25µl containing 2.0µl of DNA 

extract, 2.5µl x10 reaction buffer, 100µM of each dNTPs (dATP, dGTP, dTTP, and dCTP), 

0.25 units of Taq DNA polymerase and 0.5pM each of the forward (IL-18Pro -F) and 

reverse (IL-18Pro -R) primers (Appendix 3). The cycling conditions consisted of 94
 o

C for 3 

min followed by 35 cycles of 40 sec at 94
 o

C, 40 sec at 62
 o

C and 1 minute at 72
 o

C and a 

final extension period of 3 min at 72
 o
C. 

 

3.12.2 Gel electrophoresis 

 PCR products were subjected to electrophoresis on 1.5% agarose gels and visualized 

by transillumination with ultraviolet light after staining with SYBR
®
 Green. Fragment sizes 

were calculated relative to the standard size marker (100bp DNA ladder) using the 

BioDocAnalyze (Biometra, Göttingen, Germany) computer software package.   
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(a) 

 

 

 

(b) 

 

 

 

 

Figure 3.2: IL-18 gene showing location of promoter polymorphisms. 

(a) The human IL-18 gene is located on chromosome 11q22.2-q22.3 on the Entrez Gene Cytogenetic 

band.  

(b) The gene is composed of six exons and five introns. Promoter polymorphisms in the 5' region are 

numbered upstream of the transcription start site. 
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3.12.3 DNA Purification 

  DNA purification was done as described earlier in section 3.11.3. 

 

3.12.4 IL-18 Sequencing PCR 

 The sequence reactions were performed using the Big Dye terminator reaction mix 

(PE Biosystems, Weiterstadt, Germany). Each amplicon was sequenced in the forward 

direction. A separate primer (IL-18Pro -Fb) was designed and used as internal primer for the 

PCR products of the promoter region (Appendix 3). Sequencing PCR was performed in a 

reaction volume of 10µl with 40ng of template DNA, 4µl sequencing buffer, 1µl BigDye™ 

Terminator reaction mix and 0.5µl of primer. Cycling conditions (Biometra, Göttingen, 

Germany) were as follows: 25 cycles of 96
 o

C for 30 seconds, 50
 o

C for 15 seconds and 60
 

o
C for 4 minutes.  

 

3.12.5 Purification of sequencing products 

 Purification of sequencing product was done as described earlier in section 3.11.5. 

 

3.12.6  IL-18 gene sequencing  

 Samples were separated by capillary electrophoresis in ABI PRISM® 3100 

sequencers using the default sequencing protocol in 50-cm capillary arrays. 

 

3.12.7  IL-18 gene sequence analysis  

 The sequences were analyzed and compared with published sequences on the Entrez 

PubMed using the BioEdit sequence alignment software (Hall, 1999) 

[http://www.mbio.ncsu.edu/BioEdit/BioEdit.html]. Sequences were cleaned up by manual 

adjustment. Multiple Alignments were carried out with the Clustal W programme 

(Thompson et al., 1994). 

 

 

http://www.mbio.ncsu.edu/BioEdit/BioEdit.html
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3.13 Determination of Genetic Polymorphisms in IL-18 Receptor-α Gene 

The entire gene for IL-18 Receptor-α as well as the promoter region was screened in 

this study (Figure 3.3). Molecular screening of the regulatory and coding regions of the gene 

were performed on 40 samples, drawn at random, from the non-symptomatic control group 

in order to determine common polymorphisms in this gene that could be of importance in 

this region. Subsequently, the promoter region, Exon 1 and Exon 7 were screened for single 

nucleotide polymorphisms in all the study participants. 

 

3.13.1  IL-18 Receptor-α promoter and Exon 1 PCR 

 PCR products were generated in a reaction volume of 25µl containing 3.0µl of DNA 

template, 4.0µl x10 reaction buffer, 200µM of each dNTPs (dATP, dGTP, dTTP, and 

dCTP), 0.75 units of Taq DNA polymerase and 0.4pM each of the forward and reverse 

primers (Appendix 4). The cycling conditions consisted of 94
 o

C for 3 min followed by 35 

cycles of 40 sec at 94
 o

C, 40 sec at 62
 o

C and 1 minute at 72
 o

C and a final extension period 

of 3 min at 72
 o
C. 

 

3.13.2  IL-18 Receptor-α Exons 2, 3, 6 and 11 PCR 

 PCR products were generated in a reaction volume of 25µl containing 2.0µl of DNA 

template, 4.0µl x10 reaction buffer, 200µM of each dNTPs (dATP, dGTP, dTTP, and 

dCTP), 0.75 units of Taq DNA polymerase and 0.25pM each of the forward and reverse 

primers (Appendix 4). The cycling conditions consisted of 94
 o

C for 3 min followed by 35 

cycles of 40 sec at 94
 o

C, 40 sec at 63
 o

C and 1 minute at 72
 o

C and a final extension period 

of 3 min at 72
 o
C. 

 

3.13.3  IL-18 Receptor-α Exons 4, 5, 7, 8, 9 and 10 PCR 

 PCR products were generated in a reaction volume of 25µl containing 2.0µl of DNA 

template, 2.5µl x10 reaction buffer, 200µM of each dNTPs (dATP, dGTP, dTTP, and 

dCTP), 0.75 units of Taq DNA polymerase and 0.25pM each of the forward and reverse 

primers (Appendix 4). The cycling conditions consisted of 94
 o

C for 3 min followed by 35 
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cycles of 40 sec at 94
 o

C, 40 sec at 64
 o

C and 1 minute at 72
 o

C and a final extension period 

of 3 min at 72
 o
C. 

 

3.13.4  Gel electrophoresis 

 PCR products were subjected to electrophoresis on 1.5-2% agarose gels and 

visualized by transillumination with ultraviolet light after staining with SYBR
®
 Green. 

Fragment sizes were calculated relative to the standard size marker (100bp DNA ladder) 

using the BioDocAnalyze (Biometra, Göttingen, Germany) computer software package.  

 

3.13.5  DNA Purification 

 DNA purification was done as described earlier in section 3.11.3. 

 

3.13.6  IL-18 Receptor-α sequencing PCR 

 The sequence reactions were performed using the Big Dye terminator reaction mix 

(PE Biosystems, Weiterstadt, Germany). Each amplicon was sequenced in the forward 

direction except for Exon 1 (which also included the promoter region), which was also 

sequenced in the reverse direction. Separate primers (IL18R1 Ex1-Fb, IL18R1 Ex1-Rb and 

IL18R1 Ex1-Rc) were designed and used as internal primer for the PCR product of Exon 1 

and the promoter region (Appendix 4). Same primers used in the primary reaction were used 

for sequencing Exons 2-11. Sequencing PCR was performed in a reaction volume of 10µl 

with 40ng of template DNA, 4µl sequencing buffer, 1µl BigDye™ Terminator reaction mix 

and 0.5µl of primer. Cycling conditions (Biometra, Göttingen, Germany) were as follows: 

25 cycles of 96
 o
C for 30 seconds, 50

 o
C for 15 seconds and 60

 o
C for 4 minutes.  

 

3.13.7  Purification of sequencing products 

 Purification of sequencing product was done as described earlier in section 3.11.5. 
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Figure 3.3: IL-18Rα gene showing location of promoter polymorphisms.  

(a) The human IL-18Rα gene is located on chromosome 2q12 on the Entrez Gene Cytogenetic band.  

(b) The gene is composed of 11 exons and 10 introns. Promoter polymorphisms in the 5' region are 

numbered upstream of the transcription start site. 
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3.13.8  IL-18 Receptor-α gene sequencing 

 Samples were separated by capillary electrophoresis in ABI PRISM® 3100 

sequencers using the default sequencing protocol in 50-cm capillary arrays. 

 

3.13.9   IL-18 Receptor-α gene sequence analysis 

 The sequences were analyzed and compared with published sequences on the Entrez 

PubMed using the BioEdit sequence alignment software (Hall, 1999) [http://www.mbio. 

ncsu.edu/BioEdit/BioEdit.html]. Sequences were cleaned up by manual adjustment. 

Multiple Alignments were carried out with the Clustal W programme (Thompson et al., 

1994). 

 

3.14 Determination of Genetic Polymorphisms in TNF-α Gene Promoter Region 

The promoter region of the TNF-α gene evaluated in this study is shown on Figure 

3.4. 

3.14.1  TNF-α PCR 

 PCR products were generated in a reaction volume of 25µl containing 2.0µl of DNA 

template, 2.5µl x10 reaction buffer, 100µM of each dNTPs (dATP, dGTP, dTTP, and 

dCTP), 0.25 units of Taq DNA polymerase and 0.5pM each of the forward (TNFPro-F) and 

reverse (TNFPro-R) primers (Appendix 5). The cycling conditions consisted of 94
o
C  for  3 

min  followed  by 35 cycles of 40 sec at 94
 o

C,  40 sec at 62
 o

C and 1 minute at 72
 o

C and a 

final extension period of 3 min at 72
 o
C. 

 

3.14.2  Gel electrophoresis 

 PCR products were subjected to electrophoresis on 1.5% agarose gels and visualized 

by transillumination with ultraviolet light after staining with SYBR
®
 Green. Fragment sizes 

were calculated relative to the standard size marker (100bp DNA ladder) using the 

BioDocAnalyze (Biometra, Göttingen, Germany) computer software package.  
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Figure 3.4: TNF-α gene showing location of promoter polymorphisms. 

(a) The human TNF-α gene is located on chromosome 6p21.3 on the Entrez Gene Cytogenetic band.  

(b) The gene is composed of four exons and three introns. Promoter polymorphisms in the 5' region are 

numbered upstream of the transcription start site. 
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3.14.3  DNA purification 

 DNA purification was done as described earlier in section 3.11.3. 

 

3.14.4  TNF-α sequencing PCR 

 The sequence reactions were performed using the Big Dye terminator reaction mix 

(PE Biosystems, Weiterstadt, Germany). Each amplicon was sequenced in the forward 

direction. A separate primer (TNFPro-Fb) was designed and used as internal primer for the 

PCR products of the promoter region (Appendix 5). Sequencing PCR was performed in a 

reaction volume of 10µl with 40ng of template DNA, 4µl sequencing buffer, 1µl BigDye™ 

Terminator reaction mix and 0.5µl of primer. Cycling conditions (Biometra, Göttingen, 

Germany) were as follows: 25 cycles of 96
 o

C for 30 seconds, 50
o
C for 15 seconds and 60

 o
C 

for 4 minutes. 

 

3.14.5  Purification of sequencing products 

 Purification of sequencing product was done as described earlier in section 3.11.5.   

 

3.14.6  TNF-α gene sequencing  

 Samples were separated by capillary electrophoresis in ABI PRISM® 3100 

sequencers using the default sequencing protocol in 50-cm capillary arrays. 

 

3.14.7  Sequence analysis  

 The sequences were analyzed and compared with published sequences on the Entrez 

PubMed using the BioEdit sequence alignment software (Hall, 1999) 

[http://www.mbio.ncsu.edu/BioEdit/BioEdit.html]. Sequences were cleaned up by manual 

adjustment. Multiple Alignments were carried out with the Clustal W programme 

(Thompson et al., 1994). 
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3.15 Statistical analysis 

 Data were entered into Microsoft® Excel, 2002 (Microsoft Corporation). A test for 

deviation from Hardy-Weinberg equilibrium was performed on all groups. Data were 

analyzed using JMP Statistical Discovery Software version 5.0.1.2 (SAS Institute Inc.) and 

Stata version 9.2 (StataCorp, College Station, Texas). Gene frequencies were obtained by 

simple gene counting and tested with chi-square test for comparing observed and expected 

values. For each locus, the chi-square statistic (χ
2
) and Fisher‟s exact test (for small cell size, 

n< 5) were used to compare allele and genotype frequencies between cases and control. 

Odds ratios (OR) and 95% confidence intervals (CI) were estimated by logistic regression 

(Moore et al., 2002). Differences in clinical features between asymptomatic and 

uncomplicated malaria group as well as between asymptomatic and severe malaria group 

was compared using Student‟s t-test. The level of statistical significance was set at P=0.05.  
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CHAPTER FOUR 

RESULTS 

 To determine host cytokine gene polymorphisms and parasite genetic factors that 

could contribute to disease outcome, a total of 437 children with microscopically confirmed 

P. falciparum infection were enrolled into this study. The baseline characteristics of the 

study population are shown in Table 4.1. On average, children in the severe malaria group 

were the youngest with mean age of 32.6 (±18.4) months. The ratios of male to female were 

not statistically different in all groups. The levels of parasitaemia were significantly higher 

in both the uncomplicated and severe malaria groups compared with the asymptomatic 

group (P<0.001). Children were of comparable height across the group, but there were 

decreases in mean weight with increasing disease severity (Table 4.1).  

The distribution of haemoglobin genotype in the three study groups are shown in 

Table 4.2. The AS haemoglobin genotypes were distributed according to the Hardy-

Weinberg equilibrium, although individuals who were known to carry the SS genotype were 

excluded from the study even if they had Plasmodium falciparum infection. A higher 

percentage of children (13.7%) who carried the sickle cell trait (AS) were in the 

asymptomatic control group compared to 10% and 6.9% in the uncomplicated and severe 

malaria groups respectively (Table 4.2). There was a statistically significant difference in the 

distribution of the AS genotype between the asymptomatic group and the severe malaria 

group (13.7% vs 6.9%; P < 0.05). 

 

4.1 Microscopy and PCR-based diagnosis of mixed infections.  

 All the children who participated in this study tested positive for P. falciparum 

species by microscopy. Results of the PCR-based determination of the SSUrRNA gene 

showed that out of the 437 malaria positive participants, seven were mixed Plasmodium 

species infection (Figure 4.1-4.3; Table 4.3). Five  of the seven cases were  mixed infections  
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Table 4.1.  Baseline characteristics of study participants (n = 437) 

 

 

AS= Asymptomatic Group (Control) 

UM= Uncomplicated Malaria Group 

SM= Severe Malaria Group 
*
±Standard deviation in parentheses  

§
Geometric mean (range in parentheses) 

 

 

 

 

 

 

  

                                             AS                   UM              P-value              SM                     P-value 

                                         (n=161)            (n=160)       (AS vs UM)        (n=116)              (AS vs SM)   

 

Mean age (months)       36.3 (±16.9)
*    

    38.5 (±18.8)     P=0.344        32.6(±18.4)          P=0.072 

Sex (male/female)      83/78                   77/83                                   60/56 

Mean temperature (o
C)   36.6 (±0.6)

 
       37.8 (±1.0)        P=0.001         38.1 (±1.0)            P=0.001 

Mean haematocrit (%)    33 (±5.2)
 
         30 (±5.7)

 
          P=0.011         20 (±6.6)

                               
P=0.001 

Mean weight (Kg)   13.0 (±4.4)
 
      12.8 (±4.5)

 
       P=0.584         11.9 (±3.3)

 
            P=0.018 

Mean height (cm)          88.5 (±12.4)
    

   90.2 (±16.4)      P=0.351         88.9(±15.6)
 
          P=0.647 

Parasite density (µl)  893
§
 (118-5720)  5,403 (120-160,000)   P=0.001    64,751 (640-1,825,500)      P=0.001 
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Table 4.2:  Distribution of haemoglobin (Hb) genotype among the study participants 

 

 

  

                           Asymptomatic Group       Uncomplicated Malaria       Severe Malaria 

Hb Genotype                n= 161(%)                                  n= 160(%)                       n= 116(%)          

 

     AA                       130(80.75)                                130(81.25)                        102(87.93)       

     AC                           8(4.97)                                    14(8.75)                             6(5.17)              

     AS                          22(13.66)                                  16(10.00)                           8(6.90)        

     SC                            1(0.62)                                       0(0)                                   0(0)   

     CC                              0(0)                                         0(0)                                   0(0)        

     SS                               0(0)                                         0(0)                                   0(0)   
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Figure 4.1:  Plasmodium  falciparum parasites on thick blood film of a study participant. 

Arrows show representative of cells present on the film at mg= x1000. 
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Figure 4.2:  Plasmodium  ovale parasites on thick blood film of a study participant. 

Arrows show representative of cells present on the film at mg= x1000. 
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Figure 4.3:  Distribution of Plasmodium species among the study groups 

 

LASYM= Asymptomatic Group (Control) 

LUM=    Uncomplicated Malaria 

LSM=    Severe Malaria 
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Table 4.3: Frequency of Plasmodium species infections in the study population 

  

               Infection category                                             Number of Individuals infected 

Pf= Plasmodium falciparum 

Pm= Plasmodium malariae 

Po= Plasmodium ovale 

 

  

            (Single) Mono-species infection 

                                 Pf                                                                      430 

                                 Pm                                                                      0 

                                 Po                                                                       0 

 

            (Mixed) Multi-species infection 

 

                            Pf + Pm                                                                    5 

                            Pf + Po                                                                     2 

                            Pm + Po                                                                    0 

                            Pf + Pm + Po                                                            0 
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of P. falciparum  and P. malariae, while the other two were mixed infections of P. 

falciparum  and P. ovale. Infection with P. vivax was not determined in this study.  

Participants with P. malariae infection included three from the asymptomatic group 

and two from the uncomplicated malaria group. The two participants that had P. ovale 

infection were from the asymptomatic group. No relationship was found between multi-

species infection and disease outcome. In this study, multi-species infections were not found 

in the severe malaria group. 

 

4.2 MSP-2 genotyping of parasite population 

Isolates from all the 437 participants were genotyped for allelic polymorphisms at 

the MSP-2 locus. A total of 32, 35 and 28 distinct MSP-2 alleles were found in the 

asymptomatic group, uncomplicated malaria and severe malaria groups respectively (Table 

4.4). The distribution of MSP-2 alleles in the different groups showed high genetic diversity 

of isolates in this study population (Table 4.4, Figure 4.4). The allelic frequency of FC27 

type was higher in the asymptomatic group (59%) compared with the severe malaria group 

(43%), while 3D7 alleles, in the asymptomatic group had a lower frequency (37%) 

compared to the severe malaria group (54%). A significant difference was found in the 

distribution of FC27 alleles and 3D7 alleles between the asymptomatic controls and 

uncomplicated malaria (P < 0.05; P < 0.05) as well as between the asymptomatic controls 

and severe malaria group (P < 0.05; P < 0.01). 

Clonality of infection (the distinct number of clones detected per child) ranged from 

1 to 4 amongst the three study groups (Figure 4.5). Majority of children from the three 

clinical groups had one or two clonal infections (Figure 4.5). Most of the children with four 

distinguishable clonal infections were from the asymptomatic group. Polyclonality (the 

presence of more than one distinct clone) was found to be higher in the asymptomatic (61%) 

and uncomplicated malaria (60%) groups than in the severe malaria group where most 

infections were monoclonal and only 34% of the study participants had polyclonal 

infections. 
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The multiplicity of infection (MOI), defined as the average number of distinct 

genotype per infected subject, was calculated as the mean number of fragments (on gel 

electrophoresis) per infected subject in each group. The multiplicity of infection in children 

with asymptomatic infection, uncomplicated malaria and severe malaria groups were 2.1 

(95% CI 1.9-2.3), 2.0 (95% CI 1.8-2.4), and 1.3 (95% CI 1.2-1.6) respectively. There was no 

statistically significant difference in the MOI between the asymptomatic malaria group and 

the uncomplicated malaria group (P> 0.05). However, the multiplicity of infection between 

the asymptomatic malaria group or uncomplicated malaria group and the severe malaria 

group were statistically significant (P<0.001). 
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Table 4.4: Genetic diversity of isolates using the P. falciparum  MSP-2 as molecular marker 

 

 

  

 

 

Asymptomatic group 

MSP-2 FC 27 Allelic family MSP-2 3D7 Allelic family Total No. of alleles 

in each group 

Non-specific 

alleles 
No. of alleles % frequency No. of alleles % frequency 

19 59 12 38 32 1 

Uncomplicated 

malaria 

16 46 18 51 35 1 

Severe malaria 12 43 15 54 28 1 
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Figure. 4.4:  Electrophoretic separation of PCR products showing intra-allelic diversity in one 

of the MSP-2 allele type, as reflected both in the number of distinct clones and in 

length polymorphisms. 

Lane M: 100-bp ladder. Lanes 1-18: parasite DNA from infected individuals showing mono- (lanes 5,6,7,11 and 5) 

and multiple infections (lanes 4,9,12,13 and 18) as well as variation in number or repeat units. 
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Figure 4.5: Clonality of P. falciparum infection amongst the three study groups.  
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4.3 MSP-2 sequence diversity 

In order to explore the sequence diversity at the MSP-2 locus in isolates from this 

population, a total of 97 monoclonal infections that showed single fragment on gel 

electrophoresis were investigated across the three study groups. Sequences for MSP-2 gene were 

analyzed for FC27 allelic family from 46 isolates of P. falciparum which do not show 

multiclonal infection by gel electrophoresis of PCR product, as well as for 3D7 allelic family 

from 51 isolates of P. falciparum that do not show multiclonal infection by gel electrophoresis of 

PCR product. Sequence data from multiple sequence alignment using ClustalW programme 

showed high sequence diversity in the MSP-2 gene characterized by single nucleotide 

substitutions, insertions and deletions (Fig. 4.6). In addition, there were both synonymous and 

non-synonymous single nucleotide polymorphisms and proliferations of repeat units along the 

DNA sequence at the MSP-2 locus (Fig. 4.7). 

4.3.1 MSP-2 sequence diversity in the FC27 allelic type 

The FC27 allelic type in this population has two distinct subtypes and a hybrid sharing 

amino acid sequences from the two subtypes. Subtype 1 (S1) consists of a 32-amino acid motif 

(96-bp unit)   which is also present in 

subtype 2, followed by a 12-amino acid motif (36-bp unit) that is present 

in 3-7 copies (Fig. 4.8). Subtype 2 (S2) consists of a slightly different 32-amino acid (96-bp) 

repeat unit that may be present in 2-3 

copies followed by one copy of a 32-mer sequence that is identical to the one in subtype 1 (Fig. 

4.8). The hybrid of these subtypes has one copy of the 32 amino acid repeat unit seen in subtype 

2 followed by a copy of the 32-mer motif present in both subtypes 1 and 2 and then one copy of 

the 12 amino acid repeat unit that is present in subtype 1 (Fig. 4.8).  

Analysis and comparison of the FC27 allelic type sequence at the nucleotide level 

showed several non-synonymous polymorphisms (Figure 4.7, 4.9). A G→A SNP at the first 

amino  acid  position  of  the 12-mer  repeat  motif  seen  in  subtype 1 results  in the  synthesis of  
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Figure 4.6: Central region of the polymorphic MSP-2 gene showing nucleotide sequence variations resulting from base 

substitution, deletions and differences in the copy number of repeat units.   
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Figure 4.7:  Portion of MSP-2 gene sequence showing nucleotide sequence diversity, non-synonymous polymorphisms and 

variation in the number of repeat unit.  

Long stretch of the GAA AGT 

AAT TCA CGT TCA CCA CCC 

ATC ACT ACT ACA repeats 

encoding  ESNSRSPPITTT

 

A variant of the repeat above 

with the sequence AAA AGT 

AAT TCA CCT TCA CCA CCC ATC 

ACT ACT ACA encodes the 

amino acid KSNSPSPPITTT  
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Lysine (K) instead of Glutamic acid (E). Another non-synonymous polymorphism (C→G) at the 

5
th

 amino acid position of the same 12-amino acid repeat unit leads to the synthesis of Arginine 

(R) instead of Proline (P). Likewise in subtype 2, a non-synonymous SNP (G→A) was observed 

at the last amino acid position of the 32-amino acid repeat motif resulting in the synthesis of 

Arginine (A) instead of Glycine (G) at that codon (Fig. 4.8). Furthermore, the 32-amino acid 

motif present in both subtype 1 and 2 are not identical. In subtype 1, the codon AGT encoded 

Serine (S) at the 3
rd

 amino acid position of this motif while in subtype 2, a variant of the codon 

(AGG) encoded Arginine (R) at the same position of the motif. The C-terminal portion (block 4) 

as well as the N-terminal region of the MSP-2 FC27 allelic types in the isolates were however 

found to be relatively conserved (Fig. 4.9). The sequence variants of FC 27 were distributed 

across the three study variants and no particular sequence was found to be unique to a disease 

type. 

4.3.2 MSP-2 sequence diversity in the 3D7 allelic type 

Analysis of the 3D7-type allele showed extensive intra-allelic sequence diversity 

resulting from amino acid substitutions especially non-synonymous substitutions, deletions and 

repeat sequences .There were three subtypes of repetitive domains. These include the GSA-rich 

repeat unit, a TPA repeat motif and a poly-Threonine (poly-T) stretch (Fig. 4.10). At the GSA 

domain, the common haplotypes include GGSA which was present in 22% of the isolates that 

were sequenced, GGAS which was present in 11% of the isolates, and a GASGSA which was 

present in 61% of the isolates sequenced. The GGSA if present was found in 1 to 4 copies, while 

the GGAS was usually found in 4 copies in the isolates for which it was present. The GASGSA 

was found in only one copy (Fig. 4.10). 

The 3-amino acid repeat motif having the sequence TPA was present in 1 to 7 copies in 

the parasite isolates having the 3D7 allelic type, except in one clone in which two non-

synonymous polymorphisms led to the synthesis of PPV instead of TPA (Fig. 4.10). Four distinct 

haplotypes were found immediately preceding the TPA repeat domain. These haplotypes which 

consist of a 4-amino acid sequence include: GGSS (present in 33% of the sequenced isolates), 
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GGSR (present in 5% of the isolates sequenced), KSPS (present in 11% of the isolates) and 

RSPS (present in 50% of the isolates). Interestingly, the RSPS haplotypes was found to be 

significantly associated with multiple TPA repeat units (r = 0.89, P<0.001). 

The poly-Threonine repeat unit consists of 8 to 14 copies of Threonine. There were 

however, single copies of Lysine (K) at the 6
th

 amino acid position along this stretch in some 

isolates. It is not clear whether this is as a result of a non-synonymous mutation or an insertion. 

Furthermore, the amino acid domain immediately after the poly-Threonine was relatively 

conserved but this was soon punctuated by a polymorphic domain with lots of non-synonymous 

SNPs (Figure 4.10, 4.11). Meanwhile, no association was found between a particular sequence 

variant of 3D7 and a specific disease category as the sequence variants were distributed across 

the three study groups. 
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Figure 4.8: Multiple sequence alignment of the FC27 allelic type of the MSP-2 gene showing intra-allelic variations along the 

central repeat region. Upper panel shows DNA sequence while the lower panel shows amino acid sequence. 
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Figure 4.9: Central region of MSP-2 gene showing conserved amino acid sequences at the C-terminal region of the FC27-type 

allele.    
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Figure 4.10: Multiple sequence alignment of the 3D7 allelic type of the MSP-2 gene showing intra-allelic sequence diversity along 

the central repeat region. Upper panel shows DNA sequence while the lower panel shows amino acid sequence. 
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Figure 4.11:  Central region of MSP-2 gene showing partially conserved sequences at the C-terminal region of the 3D7-type allele.    
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4.4 IL-18 gene Promoter Polymorphisms  

 Genetic polymorphisms at the promoter region of IL-18 gene were determined for three 

previously described positions: -656 G/T, -607 C/A and -137 G/C, relative to the transcription 

start site as shown in Figure 3.2. All the three single nucleotide polymorphisms (SNPs) were 

present in the study population. The distribution of the allele and genotype frequencies for the 

three SNPs in the three study groups are shown in Table 4.5.  

Chi-square test for compatibility with the Hardy-Weinberg equilibrium showed that the 

genotype frequencies did not deviate from the Hardy-Weinberg equilibrium (Table 4.5). The       

-656 G/T and -607 C/A loci were found to be in complete linkage disequilibrium in the three 

study groups (r
2
=1). The frequency of the -656 G/T and -607 C/A alleles were not significantly 

different between the asymptomatic control and the severe malaria group (P>0.05). However, the 

genotype frequency of -607AA was significantly higher in the AS group compared to SM cases 

(P<0.05; OR=1.68, 95% CI=0.95-3.04). Likewise, there was a statistically significant difference 

in the distribution of genotype frequencies at the -137 G/C loci between the asymptomatic 

control and severe malaria group (P=0.044), with a higher prevalence of the CC genotype in the 

severe malaria group (Table 4.5).  

The electrophoretic pattern of the 1370bp PCR product for the IL-18 promoter is shown 

in Figure 4.12. The electropherogram showing the genotype variants of the three SNPs are 

presented in Figures 4.13 - 4.15. 

 

4.5 IL-18Rα gene and Promoter Polymorphisms  

Forty samples were selected at random from the asymptomatic group for DNA 

sequencing in order to determine polymorphic sites at the promoter region as well as the coding 

region of the IL-18Rα gene. The results showed the presence of conserved as well as 

polymorphic sequences across the length of the IL-18Rα gene, including sequences at the 

promoter region. Only variants in the promoter and coding regions of IL-18Rα gene, having 
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frequencies greater than 1 percent (0.01) were considered and genotyped in the three study 

groups. 

Three single nucleotide polymorphisms were identified at the promoter region: -661 T/C, 

-175 G/A and -93 C/T relative to the transcription start site as shown in Figure 4.13. A 

synonymous polymorphism, which is a silent mutation that does not result in amino acid 

substitution in the transcribed cDNA, was found in Exon 1 of the IL-18Rα gene. This SNP 

consists of a C-to-G transition (CCC→CCG) that both results in the synthesis of Proline at the 

7
th

 amino acid position [Pro
7
→Pro

7
 (P7P)]. 

Exons 2 to 11 were also investigated for sequence variants. Except for Exon 7, all other 

Exons were highly conserved in the study population. A synonymous SNP or silent mutation was 

found in Exon 7, which consists of a C-to-T transition (TTC→TTT) that both results in the 

synthesis of Phenylalanine at the 21
st
 amino acid position [Phe

21
→Phe

21
 (F21F)].  

 

4.5.1 Distribution of genotype variants in IL-18Rα gene promoter  

The allele and genotype frequencies for the -661 T/C, -175 G/A and -93 C/T SNPs are 

shown in Table 4.6. The distributions of the observed genotypes for the -175 G/A were in 

conformity with the expected distribution when tested for the Hardy-Weinberg equilibrium. 

Although the distributions of the -661 T/C and -93 C/T genotypes showed no deviation from the 

Hardy-Weinberg equilibrium in the asymptomatic and uncomplicated malaria group, the 

distributions in the severe malaria group displayed a significant departure from the Hardy-

Weinberg equilibrium (χ
2
= 8.21, P<0.01; χ

2
= 5.94, P<0.05) for the -661 T/C and -93 C/T 

genotypes respectively. Furthermore, there were decreases in the observed genotypes for 

heterozygotes in the severe malaria group compared to the expected value for both the -661 T/C 

and -93 C/T polymorphic loci. 

Further analysis to compare the distribution of genotype frequencies at the -661 position 

of the IL-18Rα gene in severe malaria group with the asymptomatic group showed that both the 
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CC and TT homozygotes were significantly higher in the severe malaria group compared to the 

asymptomatic group (P<0.05 and P<0.05 respectively). There was however, a significantly 

lower frequency of heterozygotes (CT) in the severe malaria group compared to the 

asymptomatic group which suggests a protective role for the IL-18Rα -661CT genotype 

(OR=2.06, 95% CI: 1.02-4.16, P<0.01). However, allele frequencies were not statistically 

different among the three study groups (P>0.05). 

Similar trend was observed for the distribution of IL-18Rα -93C/T genotype where a 

significantly higher frequency of both homozygotes (CC and TT) were observed in the severe 

malaria group compared to the asymptomatic group (P<0.05 and P<0.05 respectively). The 

frequency of the heterozygotes (CT) was however, significantly lower in the severe malaria 

group compared to the asymptomatic control group (P=0.032). The electrophoretic separation of 

the 1409bp PCR products comprising the promoter region and Exon 1 of the IL-18Rα gene is 

shown in Figures 4.16. Furthermore, the electropherogram showing the genotype variants of the 

three SNPs are shown in Figures 4.17-4.19. 

 

4.5.2 Distribution of promoter (AC)n repeats among the study groups  

 An adenine-cytosine (AC)n repeat polymorphism was found in the promoter region at the 

-430 position upstream of the transcription start site of the IL-18Rα gene. The frequency 

distribution of the (AC)n repeat among the three study groups are presented in Table 4.5.  Chi-

square test for conformity with the Hardy-Weinberg equilibrium showed that distributions of the 

observed genotypes were in conformity with the expected distribution across the three study 

groups. 

The distribution of the number of AC repeats was trimodal, with one peak having seven 

(AC)7 repeats, the second peak having eight (AC)8 repeats and the third being heterozygous for 

(AC)7 and (AC)8. The common number of repeats was (AC)7 in all the three groups. However, 

the distribution of (AC)8 was higher in the asymptomatic group compared to the two clinical 
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cases though this did not reach a statistically significant level (P> 0.05). The electropherogram 

showing variants of the (AC)n repeats are shown in Figures 4.20. 
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     Table 4.5        Genotype and allele frequencies of IL-18 -656G/T, -607 C/A, -137G/C  

 

        *HWE= Hardy-Weinberg equilibrium 

                                        Asymptomatic Control           Uncomplicated Malaria                  Severe Malaria 

            Locus                           n= 161(%)                              n= 160(%)                                   n= 116(%)                  

            IL18 -656G/T  

                  GG                          75(46.58)                          79(49.37)                                          63(54.31)       

                  TG                           67(41.62)                         66(41.25)                                          44(37.93)              

                  TT                           19(11.80)                           15(9.38)                                             9(7.76)        

                  G allele                    0.674                                 0.700                                                  0.733 

                  T allele                    0.326                                 0.300                                                  0.267                    

          *HWE                     (χ
2
= 0.28, P=0.59)             (χ

2
= 0.03, P=0.85)                            (χ

2
= 0.11, P=0.74) 

  

         IL18 -607C/A  

                  AA                          19(11.80)                          15(9.38)                                              9(7.76)       

                  AC                          67(41.62)                          66(41.25)                                          44(37.93)              

                  CC                          75(46.58)                          79(49.37)                                           63(54.31)        

                  A allele                   0.326                                 0.300                                                  0.267 

                  C allele                   0.674                                 0.700                                                  0.733 

         *HWE                      (χ
2
= 0.28, P=0.59)             (χ

2
= 0.03, P=0.85)                            (χ

2
= 0.11, P=0.74) 

 

        IL18 -137G/C  

                  CC                           5(3.11)                              4(2.50)                                               6(5.17)       

                  GC                         40(24.85)                         43(26.88)                                             31(26.72)               

                  GG                       116(72.05)                       113(70.63)                                            79(68.10) 

                  G allele                   0.845                               0.841                                                    0.815 

                  C allele                   0.155                               0.159                                                    0.185 

         *HWE                    (χ
2
= 0.45, P=0.50)                (χ

2
= 0.01, P=0.97)                              (χ

2
= 1.54, P=0.22) 
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  Table 4.6  Genotype and allele frequencies of IL-18Rα -661T/C, -175G/A, -93C/T and (AC)n repeats. 

 

    *HWE= Hardy-Weinberg equilibrium 

  

                                            Asymptomatic Control         Uncomplicated Malaria                    Severe Malaria 

             Locus                             n= 161(%)                            n= 160(%)                                      n= 116(%)                

       IL18Rα -661T/C  

                   CC                            8(4.97)                                10(6.25)                                       14(12.07)       

                   CT                           72(44.72)                              63(39.38)                                    33(28.45)                

                   TT                           81(50.31)                        87(54.38)                                           69(59.48)        

                  C allele                     0.273                                0.259                                                 0.263 

                  T allele                     0.727                                0.741                                                 0.737 

      *HWE                    (χ
2
= 2.55, P=0.11)                (χ

2
= 0.10, P=0.75)                              (χ

2
= 8.21, P=0.004) 

 

      IL18Rα -175G/A  

                AA                           2(1.24)                             0(0)                                                    0(0)     

                AG                         30(18.64)                        20(12.50)                                           14(12.07)               

                GG                       129(80.12)                      140(87.50)                                          102(87.93)        

               A allele                0.106                                0.063                                                  0.060 

               G allele                    0.894                                0.937                                                  0.940 

       *HWE                    (χ
2
= 0.03, P=0.86)                (χ

2
= 0.71, P=0.40)                              (χ

2
= 0.48, P=0.49) 

 

      IL18Rα -93C/T  

              CC                           93(57.76)                     103(64.38)                                           78(67.24)       

              CT                            62(38.51)                       51(31.88)                                           29(25.00)               

              TT                              6(3.73)                            6(3.75)                                               9(7.76)        

              C allele                     0.770                               0.803                                                  0.797 

              T allele                     0.230                               0.197                                                  0.203 

     *HWE                    (χ
2
= 1.24, P=0.27)                (χ

2
= 0.01, P=0.92)                              (χ

2
= 5.94, P=0.015) 

 

     IL18Rα (AC)n   

              (AC)7                           77(47.8)                    95(59.4)                                          64(55.2)       

              (AC)7/8                         74(46.0)                    55(34.4)                                           44(37.4)              

              (AC)8                            10(6.2)                      10(6.3)                                               8(6.9)        

           

     *HWE                    (χ
2
= 2.012, P=0.156)          (χ

2
= 0.285, P=0.594)                         (χ

2
= 0.014, P=0.907) 
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Figure 4.12:  Agarose gel electrophoresis of IL18 gene promoter region showing ~1370bp of 

PCR product.  

 

(a) PCR product before purification; Lane M: 100-bp ladder. Lanes 2-19: DNA fragment of study participants 

(b) PCR product after purification for sequencing PCR; Lane M: 150-bp ladder. Lanes 2-17: DNA fragment of study 

participants. 
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Figure 4.13:  DNA sequence electropherogram showing the IL18 -656 G/T promoter 

polymorphism.  

 

The locations of base substitution are highlighted in shaded boxes. (a) Homozygous IL18 -656 GG (b) Heterozygous 

IL18 -656 G/T (c) Homozygous IL18 -656 TT. Sequences were done using the forward primer. 
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Figure 4.14:  DNA sequence electropherogram showing the IL18 -607 C/A promoter 

polymorphism.  

 

The locations of base substitution are highlighted in shaded boxes. (a) Homozygous IL18 -607 CC (b) Heterozygous 

IL18 -607 C/A (c) Homozygous IL18 -607 AA. Sequences were done using the forward primer. 
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Figure 4.15:  DNA sequence electropherogram showing the IL18 -137 G/C promoter 

polymorphism.  

 

The locations of base substitution are highlighted in shaded boxes. (a) Homozygous IL18 -137 GG (b) Heterozygous 

IL18 -137 G/C (c) Homozygous IL18 -137 CC. Sequences were done using the forward primer. 
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Figure 4.16:  Agarose gel electrophoresis of IL18Rα Exon 1 showing ~1409bp of PCR product.  

 

(a) PCR product before purification (b) PCR product after purification for sequencing PCR  
Lane M: 100-bp ladder. Lanes 2-19: DNA fragment of study participants 
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Figure 4.17:  DNA sequence electropherogram showing the IL18Rα -661T/C polymorphism.  

 

The locations of base substitution are highlighted in shaded boxes (a) Homozygous IL18Rα -661TT (b) 

Heterozygous IL18Rα -661T/C (c) Homozygous IL18Rα -661CC. Sequences were done using the forward primer. 
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Figure 4.18:   DNA sequence electropherogram showing the IL18Rα -175G/A polymorphism.  

 

The locations of base substitution are highlighted in shaded boxes. (a) Homozygous IL18Rα -175GG (b) 

Heterozygous IL18Rα -175G/A (c) Homozygous IL18Rα -175AA. Sequences were done using the reverse primer. 
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Figure 4.19:  DNA sequence electropherogram showing the IL18Rα -93C/T polymorphism.  

 

The locations of base substitution are highlighted in shaded boxes. (a) Homozygous IL18Rα -93CC (b) 

Heterozygous IL18Rα -93C/T (c) Homozygous IL18Rα -93TT. Sequences were done using the reverse primer. 
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Figure 4.20:  DNA sequence electropherogram showing the IL18Rα -430 A/C microsatellite 

repeats.  

 

The locations of repeat variants are highlighted in shaded boxes (a) Homozygous IL18Rα -430 (AC)7 (b) 

Heterozygous IL18Rα -430 (AC)7/8 (c) Homozygous IL18Rα -430 (AC)8. Sequences were done using the forward 

primer. 
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4.5.3 Distribution of Exon 1 and Exon 7 genotypes  

The allele and genotype frequencies for Ex1 +21 C/G are presented in Table 4.7. Chi-

square test for conformity with the Hardy-Weinberg equilibrium showed that the genotype 

frequencies did not deviate from the Hardy-Weinberg equilibrium. Distribution of the 

heterozygous genotype CG was higher in the severe malaria group (12%). There was no 

statistically significant difference in the distribution of the Ex1 +21 C/G genotypes between the 

three study groups. The electrophoretic separation of the 1409bp PCR products of Exon 1 which 

also included the promoter region is shown in Figure 4.16. The electropherogram showing the 

genotype variants of the polymorphisms in Exon 1 are shown in Figure 4.21. 

For the Exon 7 polymorphism, the allele and genotype frequencies of the Ex7 +63 C/T 

are presented in Table 4.7. The distributions of the observed genotypes for the Ex7 +63 C/T were 

in conformity with the expected distribution when tested for the Hardy-Weinberg equilibrium. 

The CC genotype was higher in the severe malaria group (87.1%) compared with the 

asymptomatic group (73.9%) or the uncomplicated malaria group (74.4%), though this was not 

statistically significant. There was however, a statistically significant difference in the 

distribution of the heterozygotes with significantly lower CT genotypes in the severe malaria 

group (OR=0.72, 95% CI: 0.51-1.02, χ
2
= 4.795, P<0.05). The electrophoretic separation of the 

410bp PCR products of Exon 7 is shown in Figure 4.22, while the electropherogram showing the 

genotype variants of polymorphisms in Exon 7 are shown in Figure 4.23. 

4.5.4 Report of conserved Exons 2-6, 8-11  

Exons 2-6, 8-11 were found to be conserved in the study population as no SNP was 

discovered in those coding sequences. The electrophoretic separation of PCR products and 

multiple alignments showing sequence conservation for Exons 2, 3, 4, 5, 6, 8, 9, 10 and 11 are 

shown in Figures 4.24-4.41. 
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Table 4.7:  Genotype and allele frequencies of IL-18Rα Ex1 +21C/G and Ex7 +63C/T 

 

*HWE= Hardy-Weinberg equilibrium 

  

                        Non-Symptomatic Control        Uncomplicated Malaria           Severe Malaria 

Locus                        n= 161(%)                                  n= 160(%)                          n= 116(%)                

 

IL18Rα Ex1 +21C/G  

          CC                        144(89.44)                    138(86.25)                            101(87.07)       

          CG                       17(10.56)                      19(11.88)                                 15(12.93)              

          GG                              0(0)                               3(1.88)                                    0(0)        

          G allele                     0.053                              0.078                                       0.065 

          C allele                     0.947                              0.922                                       0.935 

*HWE                    (χ
2
= 0.50, P=0.48)             (χ

2
= 4.93, P=0.03)                (χ

2
= 0.55, P=0.46) 

 

 

IL18Rα Ex7 +63C/T  

          CC                          119(73.9)                     119(74.4)                              92(87.07)       

          CT                           40(24.9)                        41(25.6)                              24(12.93)              

          TT                              2(1.2)                               0(0)                                     0(0)        

          C allele                     0.863                              0.872                                     0.897 

          T allele                     0.137                              0.128                                     0.103 

*HWE                    (χ
2
= 0.452, P=0.501)         (χ

2
= 3.455, P=0.06)        (χ

2
= 1.544, P=0.214) 
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Figure 4.21:  DNA sequence electropherogram showing the IL18Rα Ex1 +21C/G 

polymorphism.  

 

The locations of base substitution are highlighted in shaded boxes. (a) Homozygous IL18Rα +21CC (b) 

Heterozygous IL18Rα+21G/C (c) Homozygous IL18Rα +21 GG.  

This synonymous polymorphism is a silent mutation that does not result in amino acid substitution in the transcribed 

cDNA. Sequences were done using the reverse primer. 
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Figure 4.22:  Agarose gel electrophoresis of IL18Rα Exon 7 showing ~410bp of PCR product.  

(a) PCR product before purification (b) PCR product after purification for sequencing PCR 

Lane M: 100-bp ladder. Lanes 2-19: DNA fragment of study participants 
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Figure 4.23:  DNA sequence electropherogram showing the IL18Rα Ex7 +63C/T 

polymorphism.  

 

The locations of base substitution are highlighted in shaded boxes. (a) Homozygous IL18Rα Ex7 +63CC (b) 

Heterozygous IL18Rα Ex7 +63CT (c) Homozygous IL18Rα Ex7 +63TT.  

This synonymous polymorphism is a silent mutation that does not result in amino acid substitution in the transcribed 

cDNA. Sequences were done using the forward primer. 
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Figure 4.24:  Agarose gel electrophoresis of IL18Rα Exon 2 showing ~525bp of PCR product.  

(a) PCR product before purification (b) PCR product after purification for sequencing PCR 

Lane M: 100-bp ladder. Lanes 2-18: DNA fragment of study participants 
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Figure 4.26:  Agarose gel electrophoresis of IL18Rα Exon 3 showing ~415bp of PCR product.  

(a) PCR product before purification (b) PCR product after purification for sequencing PCR 

Lane M: 100-bp ladder. Lanes 2-19: DNA fragment of study participants 
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Figure 4.28:  Agarose gel electrophoresis of IL18Rα Exon 4 showing ~285bp of PCR product.  

(a) PCR product before purification (b) PCR product after purification for sequencing PCR 

Lane M: 100-bp ladder. Lanes 2-19: DNA fragment of study participants 
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Figure 4.30:  Agarose gel electrophoresis of IL18Rα Exon 5 showing ~350bp of PCR product.  

(a) PCR product before purification (b) PCR product after purification for sequencing PCR 

Lane M: 100-bp ladder. Lanes 2-18: DNA fragment of study participants 
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Figure 4.32:  Agarose gel electrophoresis of IL18Rα Exon 6 showing ~240bp of PCR product.  

(a) PCR product before purification (b) PCR product after purification for sequencing PCR 

Lane M: 100-bp ladder. Lanes 2-18: DNA fragment of study participants 
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Figure 4.34:  Agarose gel electrophoresis of IL18Rα Exon 8 showing ~280bp of PCR product.  

(a) PCR product before purification (b) PCR product after purification for sequencing PCR 

Lane M: 100-bp ladder. Lanes 2-17: DNA fragment of study participants 
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Figure 4.36:  Agarose gel electrophoresis of IL18Rα Exon 9 showing ~370bp of PCR product.  

(a) PCR product before purification (b) PCR product after purification for sequencing PCR 

Lane M: 100-bp ladder. Lanes 2-19: DNA fragment of study participants 
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Figure 4.38:  Agarose gel electrophoresis of IL18Rα Exon 10 showing ~402bp of PCR product.  

(a) PCR product before purification (b) PCR product after purification for sequencing PCR 

Lane M: 100-bp ladder. Lanes 2-18: DNA fragment of study participants 

  

M   2   3   4    5    6    7    8    9   10  11  12   13   14  15  16   17   18   M 

M   2    3   4    5    6    7     8    9   10   11  12   13  14   15  16  17   M 

 

1,500bp 

 

600bp 
 

 

100bp 

 

 

1,500bp 

1,200bp 

600bp  

 
200bp 

 

 



IB
ADAN U

NIV
ERSITY LI

BRARY

139 

 

  



IB
ADAN U

NIV
ERSITY LI

BRARY

140 

 

 

 

 

a) 

 

 

 

 

 

 

 

 

 

 

 

b) 

 

 

 

 

 

 

 

 

Figure 4.40:  Agarose gel electrophoresis of IL18Rα Exon 11 showing ~750bp of PCR product.  

(a) PCR product before purification (b) PCR product after purification for sequencing PCR 

Lane M: 100-bp ladder. Lanes 2-19: DNA fragment of study participants 
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Figure 4.41:   Multiple alignment of Exon 11 sequences showing conservation to reference 

standard (shaded in black) when identities were plotted as dot to the reference 

standard. 
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4.6 TNF-α gene Promoter Polymorphisms -308G/A and -238G/A  

 Genetic polymorphisms at the promoter region of TNF-α gene were determined for two 

previously reported variants: -308G/A and -238G/A relative to the transcription start site. 

Variants at these loci were found in the study population. The distribution of the allele and 

genotype frequencies for the -308G/A and -238G/A SNPs are shown in Table 4.8. The 

electrophoretic pattern of the PCR product spanning 832bp upstream of the transcription start 

site of TNF-α gene is shown in Figure 4.42.  

The most common genotype in the study population for the TNFα -308 locus is 

homozygote GG. The AA homozygote genotype was not found in any of the study groups. Chi-

square test for compatibility with the Hardy-Weinberg equilibrium showed that the genotype 

frequencies did not deviate from the Hardy-Weinberg equilibrium (Table 4.8). No difference was 

also found in the distribution of the heterozygotes GA within the study groups (P>0.05). The 

electropherogram showing the genotype variants of the TNFα -308 are presented in Figures 4.43 

Similarly, the GG genotype was the most common amongst the three study groups for the 

TNFα -238 locus. When tested for conformity with the Hardy-Weinberg equilibrium, Chi-square 

analysis showed that the observed genotypes were not statistically different from the expected 

genotypes. The homozygote AA genotype was also not detected in the study population. No 

association was found between the allele and genotype distribution and disease outcome. The 

electropherogram showing the genotype variants of the TNFα -238 are presented in Figures 4.44 
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Table 4.8:  Genotype and allele frequencies of TNFα -308G/A and -238G/A 

 

                               Asymptomatic Control      Uncomplicated Malaria         Severe Malaria 

Locus                               n= 161(%)                          n= 160(%)                         n= 116(%)                 

TNFα -238G/A  

          GG                    133(82.61)                         128(80.0)                              90(77.59)       

          GA                      28(17.39)                           32(20.0)                              26(22.41)              

          AA                          0(0)                                    0(0)                                      0(0)        

          G allele                  0.896                                  0.824                                     0.786 

          A allele                  0.104                                  0.176                                     0.214 

*HWE                  (χ
2
= 1.46, P=0.23)             (χ

2
= 1.98, P=0.16)                (χ

2
= 1.85, P=0.17) 

 

TNFα -308G/A  

          GG                      135(83.85)                         130(81.25)                           87(75.0)       

          GA                       26(16.15)                           30(18.75)                            29(25.0)              

          AA                        0(0.62)                               0(1.25)                                0(3.45)        

          G allele                  0.904                                   0.894                                  0.836 

          A allele                  0.096                                   0.106                                  0.164 

*HWE                    (χ
2
= 1.24, P=0.27)             (χ

2
= 1.71, P=0.19)              (χ

2
= 2.37, P=0.12) 

 

*HWE= Hardy-Weinberg equilibrium 
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Figure 4.42:  Agarose gel electrophoresis of TNF-α promoter region showing ~832bp of PCR 

product.  

(a) PCR product before purification (b) PCR product after purification for sequencing PCR 

Lane M: 100-bp ladder. Lanes 2-19: DNA fragment of study participants 
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Figure 4.43:  DNA sequence electropherogram showing the TNFα -308G/A polymorphism.  

 

The locations of base substitution are highlighted in shaded boxes (a) Homozygous TNFα -308GG (b) Heterozygous 

TNFα -308GA. Sequences were done using the forward primer. 
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Figure 4.44:  DNA sequence electropherogram showing the TNFα -238G/A polymorphism.  

 

The locations of base substitution are highlighted in shaded boxes (a) Homozygous TNFα -238GG (b) Heterozygous 

TNFα -238GA. Sequences were done using the forward primer. 

  

 

 



IB
ADAN U

NIV
ERSITY LI

BRARY

147 

 

CHAPTER FIVE 

DISCUSSION 

The clinical outcome of an asymptomatic infection leading to severe disease and death 

has been shown to depend upon complexity of “many parasite, host, geographic and social 

factors” (Miller et al., 2002; Rao et al., 2012). Host-parasite interactions in malaria have led to a 

host's relative resistance to the parasite and parasite strain-specific susceptibility or virulence 

(Becker et al., 2004; Grech et al., 2006; Williams, 2009). Malarial parasites have co-evolved 

together with the human host for thousands of years (Kwiatkowski, 2005), which have led them 

to constitute an important driving evolutionary force behind common erythrocyte variants, such 

as sickle-cell disease, thalassaemia, and G6PD gluose-6-phosphate deficiency (Kwiatkowski, 

2000; Koella and Boete, 2003; Kwiatkowski, 2005; Komba et al., 2009; Driss et al., 2011; 

Ferreira et al., 2011). These genetic variants have been associated with resistance to malaria. 

Similarly, the level of antigenic diversity of P. falciparum  populations in an area is likely to 

affect acquisition of immunity to malaria (Farnert et al., 2009). Therefore, the understanding of 

the genetic structure of parasite population is necessary for planning of malaria control 

interventions. 

 

5.1 Genetic Polymorphisms of P. falciparum MSP-2 alleles 

In malaria endemic regions, it is now well established that infected individuals carry 

several complex mixture of parasite clones with different genetic and phenotypic characteristics 

(Babiker et al., 1997; Missinou et al., 2000; Muller et al., 2001; Kang et al., 2010). This is 

particularly true in Africa especially south of the Sahara, where studies have shown that 

considerable genetic diversity exists (Missinou et al., 2000; Auburn et al., 2012; Koukouikila-

Koussounda et al., 2012). This phenomenon appears to be important for the development of an 

efficient anti-malarial immunity which requires continuous exposure to a large number of 

parasite variants and malaria antigens. However, the parasites‟ genetic profile has not been 

systematically documented in several parts of Nigeria. This aspect of the study therefore, 
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investigated the genetic complexity and allelic diversity of P. falciparum parasites in children 

presenting with mild malaria, severe malaria and asymptomatic infection from north-central 

Nigeria.  

In this study, a high genetic diversity of P. falciparum isolates was observed in the study 

population. This was reflected in the number of alleles found in each group studied (32, 35 and 

28 for asymptomatic, mild and severe malaria respectively). This is consistent with data from 

other areas with high malaria transmission such as in north-eastern Tanzania (Magesa et al., 

2002), in Papua New Guinea (Fluck et al., 2007), Ghana (Falk et al., 2006b), Côte d'Ivoire (Silue 

et al., 2006) and Congo Brazzaville (Mayengue et al., 2011). Analysis of allele prevalence 

revealed interesting trends. A higher prevalence of 3D7 allelic type was found in the 

symptomatic groups, 51% for uncomplicated malaria and 54% for severe malaria compared to 

38% found in the asymptomatic malaria group. Likewise, FC27 allelic types were more frequent 

in the asymptomatic group compared to the symptomatic groups. This may probably indicate a 

higher risk of developing symptomatic malaria with increasing carriage of isolates belonging to 

the 3D7 allelic family.  

This observation is consistent with reports concerning clinical isolates from Senegal 

(Robert et al., 1996) as well as south-western Nigeria (Amodu et al., 2008). Similarly, in eastern 

Sudan, the FC27 genotype was noted to be over-represented in subjects with asymptomatic 

infections comparable to what was found in the present study (A-Elbasit et al., 2007). 

Conversely, reports from other studies including north-eastern Tanzania (Magesa et al., 2002), 

Benin (Issifou et al., 2001) and Gabon (Aubouy et al., 2003; Issifou et al., 2003), showed no 

evidence for association between a particular genotype and clinical outcome. The present result 

also contrasts with the observations made in Papua New Guinea where MSP-2 FC27 alleles were 

found to be associated with clinical malaria (Engelbrecht et al., 1995). However, the FC27 data 

from this study are compatible with the observation of a higher prevalence of FC27 allelic types 

in asymptomatic carriers in Senegal (Ntoumi et al., 1995). In eastern Sudan, the genetic diversity 

of the parasite population was very high with 51 different genotypes (A-Elbasit et al., 2007).  
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In the Sudan study, it was found that the ratio of the 3D7 to FC27 allele between SM and 

UM was comparable which is similar to what was found in the present study in Lafia. 

Furthermore, they noted that the FC27 genotype was overrepresented in subjects with 

asymptomatic infection (A-Elbasit et al., 2007) comparable to what was found in the present 

study. Moreover, in an earlier study conducted in south-west Nigeria, the absence of FC27 

alleles was found to be significantly associated with a 3.58-fold (95% CI = 2.0-7.3) increased 

risk of developing uncomplicated malaria and a 5.9-fold (95% CI = 2.2-9.6) increased risk of 

developing severe malaria (Amodu et al., 2008). There is need therefore, for a larger, multi-

regional study to be conducted in order to ascertain whether the discrepancies reflect 

geographical differences in parasite populations or a genuine tendency for 3D7 allelic types to be 

associated with clinical malaria. 

Data on monoclonal infections in this study showed that multiplicity of infections and 

polyclonality was generally high in the asymptomatic as well as uncomplicated malaria group. 

Multiplicities of infections were 2.1 and 2.0 on the average per infected individual in the 

asymptomatic group and uncomplicated malaria group respectively. On the average, majority of 

participants in the asymptomatic as well as uncomplicated malaria group, were infected with 

more than one parasite genotype with polyclonality being 61% and 60% for asymptomatic and 

uncomplicated malaria respectively, while monoclonal infections were predominant in the severe 

malaria group as polyclonality was only 34%. A similarly high degree of multiple infections per 

infected individual with symptomatic malaria has been demonstrated in other areas of Africa 

with high malaria transmission such as in Senegal (Ntoumi et al., 1995), Tanzania (Beck et al., 

1997), Cameroon (Basco and Ringwald, 2001) as well as the Republic of Congo (Mayengue et 

al., 2011).  

On the contrary, in regions of low intensity of malaria transmission such as Pahang, 

Malaysia a low multiplicity of infection (average of 1.2 per infected individual) has been 

reported in uncomplicated malaria, probably reflecting the transmission intensity of the area 

(Atroosh et al., 2011). In the severe malaria group in the present study however, multiplicity of 

infection was significantly low (1.3). It is presumable that multiplicity of infections could be a 
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molecular marker for severe malaria since children in the severe malaria group had a very low, 

statistically significant multiplicity of infection (P<0.001) and polyclonality (P<0.001) compared 

to the asymptomatic or uncomplicated malaria groups. Moreover, limited parasite diversity in 

severe malaria subjects is consistent with data from other studies (Milner et al., 2012).  

Although the number of parasite types harboured was different between uncomplicated 

and severe malaria groups, there was a trend for reverse relationship between parasite density 

and complexity: severe malaria isolates had higher parasite density than mild malaria samples, 

yet their multiplicity of infection was lower. It is possible that severe malaria would be 

associated with high parasite density, resulting from overwhelming multiplication of a limited 

number of clones, while mild malaria would be caused by a large number of clones reaching a 

lower density, most of which were previously not exposed to. Indeed there are indications that 

the diversity of asymptomatic P. falciparum  infections evident in the high multiplicity of 

infection, contribute to protective malaria immunity in children in an area of perennial 

transmission (Bereczky et al., 2007). 

It is obvious then that the genetic complexity of P. falciparum and in particular its ability 

to generate mutant variants, makes it a successful pathogen. Studies on the genetic complexity of 

P. falciparum infections therefore have wide variety of application including distinguishing 

between new infections and recrudescence in drug trials as well as the assessment of other 

control intervention studies such as vaccine trials and the use of insecticide treated bed nets. 

Genotyping of the MSP-2 gene is a widely used protocol for epidemiological surveys 

investigating the genetic diversity of P. falciparum  populations (Contamin et al., 1995; Babiker 

et al., 1998; Kang et al., 2010; Mwingira et al., 2011) or the effect of interventions on surviving 

parasites (Beck et al., 1997; Snounou and Beck, 1998; Takala and Plowe, 2009; McCarthy et al., 

2011) because it has been demonstrated that MSP-2 gene polymorphism is extensive within 

natural parasite populations (Felger et al., 1994; Meyer et al., 2002; Happi et al., 2004; Ghanchi 

et al., 2010; Hussain et al., 2011). 

One factor that might potentially compromise a comparison of genotypic characters of 

isolates collected from patients experiencing a clinical episode is uncontrolled drug intake before 
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presentation to the hospital. In Africa, majority of malaria cases occur in rural areas with 

considerable variation in the treatment seeking pattern and over 50% are self treatment at home 

(Hamel et al., 2001; Muller et al., 2003). Likewise, pre-hospital antimalarial treatment of febrile 

children has been reported to be a common practice among child care-givers in Nigeria 

(Mockenhaupt et al., 2000; Ajayi and Falade, 2006; Orimadegun et al., 2008). Since most 

malaria cases are first treated at home as fevers, a plausible reason for the observed reduced 

genotypes in the severe malaria group might be the clearance of susceptible clones as a result of 

self medication. So the resistant strains that have survived the scourge of treatment, with their 

high propagative ability probably became more virulent to cause severe disease (Olumese et al., 

2002).  

Other probable explanations for the reduced multiplicity of infection in the severe malaria 

group include: (i) the likelihood of an artefact caused by single dominant clones diluting the PCR 

template of low-density co-infections (Smith et al., 1999b) since at high ratios of template, rare 

clones are not amplified (Contamin et al., 1995); (ii) likely consequence of the anti-parasite 

effect of the cytokines released during fever or of fever itself on the parasite populations (Smith 

et al., 1999c).   

 

5.2 Sequence diversity of P. falciparum MSP-2 gene 

Although results from this study showed a high complexity of infection determined by 

gel electrophoresis of nested PCR product, the possibility that PCR product of a given size could 

compromise variants with subtle differences in DNA sequence or arrangement of their amino 

acids could not be disregarded. To assess the pattern of sequence diversity in the P. falciparum 

MSP-2 gene, nucleotide sequences of 97 PCR positive samples that show single band by gel 

electrophoresis of PCR product were determined. Sequence analysis of the central region of 

MSP-2 gene showed a high allelic diversity even at the level of intra-allele type. Therefore, 

genetic diversity of alleles in this region might be far higher than that reported from the results of 

gel electrophoresis.  
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Data from this study showed that there were mixed infections that were as a result of 

double infections with an FC27 family and a 3D7 family parasite as well as those containing 

more than one allele from the same family in contrast to findings from the Oksibil region of Irian 

Jaya (Eisen et al., 1998). Two subtypes of FC27 alleles were found in this study based on the 

sequence of repeat units and a hybrid sharing sequences from the two subtypes. The 3D7 allele 

type on the other hand had three subtypes of repetitive domains including the GSA-rich, the TPA 

and the poly-threonine repeat units. There were no intermediate allele sharing sequences of both 

FC27 allele and 3D7 allele which is in conformity with a previous report (Tanabe et al., 2004). 

 The sequences belonging to the FC27 family of P. falciparum isolates from the study 

region were relatively conserved with few synonymous and non-synonymous polymorphisms, 

but with varied number of repeats. The 3D7 allele however displayed more extensive sequence 

diversity with lots of synonymous and non-synonymous amino acid substitutions as well as 

variations in the type and number of repeat units. This is in conformity with previous reports 

from Africa and other parts of the world (Fenton et al., 1991; Eisen et al., 1998; Hoffmann et al., 

2006; Ferreira and Hartl, 2007). A frameshift mutation in the FC27-type sequences which was 

reported for isolates in Brazil (Tonon et al., 2004) was not found in this study which is in 

agreement with findings from other parts of Africa (Ferreira and Hartl, 2007). This mutation was 

generated by two indels leading to a variant form AAG TTC TGG CAA TCG ACA (encoding 

KFWQCT), instead of the wild-type sequence AGT TCT GGC AAT GCA CCA (encoding 

SSGNAP) at positions 164-169 on the lower panel of Figure 4.9. 

As evident in the sequencing data, that there were significant nucleotide substitutions in 

the 3D7 allelic family compared to the FC27 allelic family which may further explain why in the 

clinical groups, a predominance of 3D7-type were found compared to the non-symptomatic 

group where infections were largely of the FC27 allele type. In a recent study on the genetic 

analysis of sequence polymorphisms in MSP-2 gene in Senegal and other African Countries, a 

predominance of 3D7 allele type were also found in isolates from patients (Ahouidi et al., 2010). 

This additionally strengthens the idea that carriage of parasites belonging to the 3D7 allelic 

family may lead to increased risk of developing clinical symptoms. However, the fact that the 
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different genetic variants observed were present in isolates from the three clinical groups as 

shown from the sequencing results also calls for caution in drawing at a conclusion. 

Analyses of sequence variants especially those involving insertions and deletions of 

repeat units within dimorphic families are of practical significance in determining whether such 

variants affect the immune recognition of MSP-2 and thus, favour immune evasion. Previous 

studies have shown that antigenic proteins, especially the merozoite surface antigens including 

MSP-1, MSP-2 and MSP-3 though polymorphic, are recognized by the host‟s immune system 

and are targets for the development of vaccines against blood stage parasites (Genton et al., 

2002; Nwuba et al., 2002; Mahajan et al., 2005; Tanabe et al., 2012). Naturally acquired 

antibodies to MSP-2 have been associated with clinical immunity to malaria in Africa (Metzger 

et al., 2003; Polley et al., 2006) but sequence diversity in the MSP-2 hampers its recognition by 

naturally acquired (Taylor et al., 1995) and vaccine-induced (Fluck et al., 2004) antibodies. 

 There are reports showing that antibody recognition of MSP-2 comprise of a type-

specific component, which discriminates between dimorphic types, and a variant-specific 

component, which discriminates among variants within each dimorphic group (Franks et al., 

2003; Tonon et al., 2004). Furthermore, studies have shown that: (i) deletions of 12-mer repeats 

in FC27 allelic type variants affect their recognition by naturally acquired antibodies (Ranford-

Cartwright et al., 1996; Franks et al., 2003), (ii) a murine monoclonal antibody discriminates 

between 3D7 allelic type antigens differing in the number of copies of the tetrapeptide GGSA 

(Fenton et al., 1991), and (iii) antibodies that discriminate between MSP-2 variants within the 

same allelic family are found during acute P. falciparum  infections (Weisman et al., 2001; 

Felger et al., 2003; Kanunfre et al., 2003; Tonon et al., 2004), although examples of extensive 

cross-reactivity to structurally different MSP-2 variants have been described in African children 

(Franks et al., 2003).  

Studies of naturally acquired antibodies to MSP2 performed in Papua New Guinea 

demonstrated that significant numbers of people in the study area have antibodies only to the 

repeat regions of MSP-2 and that antibodies to the conserved regions of this protein develop at 

later ages after more prolonged exposure to malaria (al-Yaman et al., 1995). Similarly, anti-
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MSP2 response occurring in Gambian adults was shown to be directed almost exclusively to 

polymorphic regions of the protein which consisted of the family-specific regions and the repeats 

(Taylor et al., 1995). Thus, the repeat regions appear to be the immune-dominant regions of the 

protein. It is clear that anti-repeat regions antibodies may inhibit parasite growth (Epping et al., 

1988), but such antibodies may be much less effective against variant repeats. The conserved 

region has been shown to have a low frequency of non-synonymous nucleotide substitutions and 

are also poorly recognized by naturally acquired (Taylor et al., 1995) and vaccine-elicited (Fluck 

et al., 2004) antibodies. These data suggest a role for naturally acquired immunity in maintaining 

sequence diversity in the non-repetitive domains of MSP-2 dimorphic groups. 

Since naturally acquired antibodies to MSP-2 which recognize predominantly 

polymorphic epitopes, have been shown to be associated with clinical immunity to malaria 

(Metzger et al., 2003), sequence diversity in surface antigens of malaria parasites populations 

will have implications in determining susceptibility to the disease as well as for adequate design 

of MSP-2 based immunization strategy.  For example, the GGSA motif present in 22% of the 

isolates sequenced in this study is a component of a 3D7-based malaria vaccine prototype used in 

clinical trials (Fluck et al., 2007) and has been found to be relatively common in Africa (13.8% 

of 3D7-typed alleles), Asia (15.8%), and Oceania (11.5%), although it is substantially less 

prevalent in areas like Brazil (5.0%). Accordingly, recombinant antigens containing GGSA-type 

repeats are poorly recognized by antibodies of malaria-exposed subjects in areas like Brazil, 

while locally prevalent 3D7-type variants were readily recognized (Kanunfre et al., 2003; Tonon 

et al., 2004).  

Therefore, it remains uncertain whether vaccines containing GGSA-type repeats may 

induce significant protection in areas where this MSP-2 variant is infrequent. Thus if immunity 

conferred by a monovalent vaccine is allele specific, a vaccine with high allele-specific efficacy 

would have low overall efficacy in populations where the target allele is in the minority. Without 

an understanding of the distribution of vaccine target haplotypes, this scenario could result in the 

premature abandonment of a promising vaccine that could be modified (perhaps by including 

additional target alleles) to be more universally protective. This possibility highlights the need to 
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include molecular endpoints in addition to conventional efficacy endpoints in clinical trials of 

malaria vaccines. 

This is the first description of sequence diversity of field isolates of Plasmodium 

falciparum parasites in Lafia, north-central Nigeria and also to my knowledge, the first 

description in Nigeria. This information therefore, bridges an important gap in understanding the 

molecular characteristics of P. falciparum populations in Nigeria. 

 

5.3 IL-18 promoter polymorphisms and disease outcome of malaria 

Based on the historical presence of malaria, a large impact on the human genome has 

been exerted by the disease such that potentially harmful variants are preserved, largely because 

of the advantage offered in heterozygous individuals that are often protected from severe, 

complicated, and fatal malaria (Koch et al., 2005; Kwiatkowski and Luoni, 2006; Hedrick, 

2011). Polymorphic forms of a number of host genes involved in immunity have been associated 

with protection or susceptibility to malaria. It is thus expected that cytokine genes that regulate a 

Th1 dominant pathway may be associated with malaria. In recent years, increasing evidence has 

emerged from experimental and epidemiological data that IL-18, a pro-inflammatory cytokine 

involved in both innate and acquired immune responses, plays an important immune-regulatory 

role in malaria (Torre et al., 2002a; Chaisavaneeyakorn et al., 2003; Perkmann et al., 2005; 

Torre, 2009). Information on the relationship between IL-18 polymorphisms and malaria is 

however limited. This study therefore investigated three known promoter polymorphisms in IL-

18 at positions -656, -607 and -137 relative to the transcription start site. 

All the three single nucleotide polymorphisms were detected among participants in the 

study region. The -656G/T and -607C/A loci were found to be in complete linkage 

disequilibrium. A higher frequency of the -607AA genotype was found among the asymptomatic 

group compared to participants in the severe malaria group. This is comparable to findings from 

south west England where AA genotypes were higher among controls compared to subjects with 

osteoarthritis (Hulin-Curtis et al., 2011). It is also similar to a report from an earlier study that 
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showed a higher frequency of the AA genotype among controls in comparison to subjects with 

rheumatoid arthritis (Gracie et al., 2005). In Kenya, the carriage of -607AA genotype was found 

to be associated with protection against severe malaria (Anyona et al., 2011). Likewise, a higher 

prevalence of -137CC genotype was found among participants in the severe malaria group 

compared to the asymptomatic group. This is contrary to findings from Kenya where no 

difference was found in the distributions of the -137CC genotype between participants presenting 

with severe malarial anaemia and those in the non-severe malarial anaemia group, although 

carriers of the -137G/-607C (CG) haplotype were found to have increased susceptibility to 

severe malarial anaemia (Anyona et al., 2011).  

Functional assays have previously demonstrated that the production capacity of IL-18 by 

monocytes is significantly reduced in participants with -137C and -607A alleles (Giedraitis et al., 

2001; Arimitsu et al., 2006). The -607C/A and -137G/C are believed to be located within a 

transcription initiation site and have consistently been associated with altered IL-18 

transcriptional activity. These promoter regions are predicted to be the binding sites for cyclic 

AMP-responsive element-binding protein [cAMP] and the human histone H4 gene-specific 

transcription factor-1 [H4TF-1] respectively (Haus-Seuffert and Meisterernst, 2000; Giedraitis et 

al., 2001). A change from G to C at position -137 changes the H4TF1 nuclear binding site into 

that for an unknown factor located within the granulocyte-macrophage colony-stimulating factor 

(GM-CSF) promoter, potentially reducing production of IL-18 (Giedraitis et al., 2001). 

Furthermore, the C-to-A change at the -607 loci mediates transcriptional activity activity in 

response to cAMP by disrupting the binding site, thereby down-regulating transcription which 

may result in lower IL-18 production (Giedraitis et al., 2001). 

5.4 IL-18Rα polymorphisms and disease outcome of malaria 

A total of three single nucleotide polymorphic loci were investigated at the promoter 

region of the IL-18Rα gene: -93C/T, -175G/A and -661C/T. No association was found between 

the 175G/A locus and disease outcome and the genotype distributions were in conformity with 

the Hardy-Weinberg equilibrium. Interestingly, the distributions of -93C/T and -661C/T in the 

severe malaria group significantly deviated from the Hardy-Weinberg equilibrium, even though 
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there was conformity with the Hardy-Weinberg equilibrium in the asymptomatic and 

uncomplicated malaria groups. The result showed that there was significant decrease in the 

frequency of heterozygotes for the two polymorphic loci (-93C/T and -661C/T), while the 

frequency of homozygotes increased in the severe malaria group. This may indicate a protective 

role for the heterozygotes (-93CT and -661CT genotypes) at the two loci.  

To my knowledge, this is the first study to investigate the association of polymorphisms 

in the IL-18Rα gene and malaria and as such bridges an important gap in our knowledge of the 

contributions of host cytokine gene polymorphisms in malaria. 

 

5.4 TNF-α polymorphisms and disease outcome of malaria 

The TNF-308G/A and TNF-238G/A loci were investigated for associations with disease 

outcome in malaria in the study population. The genotype distributions were found to be in 

conformity with the Hardy-Weinberg equilibrium. The most common genotype at the two 

polymorphic sites was the GG genotypes. At both loci, the rare genotype AA was not found in 

the study population. No evidence was found for associations between the TNF-308G/A and 

TNF-238G/A polymorphisms in this study. This is in contrast to report from Gambia where the 

homozygotes for the TNF-308A allele were found to be at increased risk of cerebral malaria 

(McGuire et al., 1994). In another study, Homozygousity for the TNF-308A allele was found to 

be a risk factor for pre-term birth and early childhood mortality and malaria morbidity in 

children in Western Kenya (Aidoo et al., 2001). However, in another study in Mali, no 

association was found in the TNF-308G/A polymorhism with malaria (Cabantous et al., 2006). 

Furthermore, associations were not found between the TNF-308G/A and TNF-238G/A loci and 

mild malaria or parasitaemia in Gabon (Migot-Nabias et al., 2000) contrary to findings from 

Burkina Faso (Flori et al., 2005). 
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CHAPTER SIX 

CONCLUSION 

The host-parasite interaction in malaria that leads to variability in individual 

susceptibility or resistance to the disease has been suggested to involve several host and parasite 

genetic factors. This study characterized and determined cytokine gene polymorphisms of IL-18, 

IL-18Rα and TNF-α as well as genetic polymorphisms in the P. falciparum MSP-2 gene in 

children in three categories: asymptomatic infection, uncomplicated malaria and severe malaria. 

Data from this study showed that all cases of malaria among the study participants in 

Lafia were due to infection with P. falciparum. It was also found that multiplicity of infection 

was significantly lower in severe malaria group compared with uncomplicated malaria or 

asymptomatic infection; which probably suggests that in severe malaria, proliferation of certain 

dominant clones which could be more virulent, may be associated with disease pathology. In 

addition, the study showed a high allelic diversity of the MSP-2 gene in the study region, with a 

significantly higher distribution of 3D7 alleles in uncomplicated and severe malaria groups; 

which may indicate a higher risk of developing symptomatic malaria with increasing carriage of 

the 3D7 allele type isolates. Further analysis of the MSP-2 gene by sequencing showed several 

synonymous and non-synonymous amino acid substitutions in isolates from the study region, and 

with extensive sequence diversity in the 3D7 allele type. 

Likewise, analysis of host cytokine gene polymorphisms showed a significantly higher 

distribution of the IL18 -607AA genotype in the asymptomatic group compared to the 

symptomatic groups; probably suggesting association with disease protection. This study finds 

no association of the promoter polymorphisms of TNF-α with disease outcome. However, 

promoter polymorphisms of the IL18Rα showed a significant deviation from the HWE in the 

distribution of genotypes at the -93C/T and -661C/T loci in the severe malaria group, with 

significantly higher frequency of homozygotes. This may indicate a protective role for the 

heterozygotes at the two loci. Thus, this study supports the idea that certain host and parasite 

genetic factors may indeed be associated with variable sucessibility or resistance to malaria.   



IB
ADAN U

NIV
ERSITY LI

BRARY

159 

 

REFERENCES 

Abraham, L. J., and Kroeger, K. M. 1999. Impact of the -308 TNF promoter polymorphism on 

the transcriptional regulation of the TNF gene: relevance to disease. Journal of Leukocyte 

Biology 66: 562-566. 

Ackerman, H., Usen, S., Jallow, M., Sisay-Joof, F., Pinder, M., and Kwiatkowski, D. P. 2005. A 

comparison of case-control and family-based association methods: the example of sickle-

cell and malaria. Annals of Human Genetics 69: 559-565. 

A-Elbasit, I. E., ElGhazali, G., TM, A. E., Hamad, A. A., Babiker, H. A., Elbashir, M. I., and 

Giha, H. A. 2007. Allelic polymorphism of MSP2 gene in severe P. falciparum  malaria 

in an area of low and seasonal transmission. Parasitology Research 102: 29-34. 

Afkarian, M., Sedy, J. R., Yang, J., Jacobson, N. G., Cereb, N., Yang, S. Y., Murphy, T. L., and 

Murphy, K. M. 2002. T-bet is a STAT1-induced regulator of IL-12R expression in naive 

CD4+ T cells. Nature Immunology 3: 549-557. 

Agarwal, A., Guindo, A., Cissoko, Y., Taylor, J. G., Coulibaly, D., Kone, A., Kayentao, K., 

Djimde, A., Plowe, C. V., Doumbo, O., Wellems, T. E., and Diallo, D. 2000. 

Hemoglobin C associated with protection from severe malaria in the Dogon of Mali, a 

West African population with a low prevalence of hemoglobin S. Blood 96: 2358-2363. 

Aggarwal, V., Maheshwari, A., Rath, B., Kumar, P., and Basu, S. 2011. Refractory pancytopenia 

and megaloblastic anemia due to falciparum malaria. Journal of Tropical Pediatrics 57: 

283-285. 

Ahn, S., Choi, H. B., and Kim, T. G. 2011. HLA and Disease Associations in Koreans. Immune 

Network 11: 324-335. 

Ahouidi, A. D., Bei, A. K., Neafsey, D. E., Sarr, O., Volkman, S., Milner, D., Cox-Singh, J., 

Ferreira, M. U., Ndir, O., Premji, Z., Mboup, S., and Duraisingh, M. T. 2010. Population 

genetic analysis of large sequence polymorphisms in Plasmodium  falciparum blood-

stage antigens. Infection, Genetics and Evolution 10: 200-206. 

Aidoo, M., McElroy, P. D., Kolczak, M. S., Terlouw, D. J., ter Kuile, F. O., Nahlen, B., Lal, A. 

A., and Udhayakumar, V. 2001. Tumor necrosis factor-alpha promoter variant 2 (TNF2) 

is associated with pre-term delivery, infant mortality, and malaria morbidity in western 

Kenya: Asembo Bay Cohort Project IX. Genetic Epidemiology 21: 201-211. 

Aidoo, M., and Udhayakumar, V. 2000. Field studies of cytotoxic T lymphocytes in malaria 

infections: implications for malaria vaccine development. Parasitology Today 16: 50-56. 

Aikawa, M., Miller, L. H., Johnson, J., and Rabbege, J. 1978. Erythrocyte entry by malarial 

parasites. A moving junction between erythrocyte and parasite. Journal of Cell Biology 

77: 72-82. 

Aitman, T. J., Cooper, L. D., Norsworthy, P. J., Wahid, F. N., Gray, J. K., Curtis, B. R., 

McKeigue, P. M., Kwiatkowski, D., Greenwood, B. M., Snow, R. W., Hill, A. V., and 

Scott, J. 2000. Malaria susceptibility and CD36 mutation. Nature 405: 1015-1016. 

 



IB
ADAN U

NIV
ERSITY LI

BRARY

160 

 

Ajayi, I. O., and Falade, C. O. 2006. Pre-hospital treatment of febrile illness in children attending 

the General Outpatients Clinic, University College Hospital, Ibadan, Nigeria. African 

Journal of Medicine & Medical Science 35: 85-91. 

Ajiki, T., Murakami, T., Kobayashi, Y., Hakamata, Y., Wang, J., Inoue, S., Ohtsuki, M., 

Nakagawa, H., Kariya, Y., Hoshino, Y., and Kobayashi, E. 2003. Long-lasting gene 

expression by particle-mediated intramuscular transfection modified with bupivacaine: 

combinatorial gene therapy with IL-12 and IL-18 cDNA against rat sarcoma at a distant 

site. Cancer Gene Therapy 10: 318-329. 

Akdis, C. A., and Blaser, K. 1999. IL-10-induced anergy in peripheral T cell and reactivation by 

microenvironmental cytokines: two key steps in specific immunotherapy. Faseb Journal 

13: 603-609. 

Akira, S. 2000. The role of IL-18 in innate immunity. Current Opinion in Immunology 12: 59-63. 

Allan, R. J., Beattie, P., Bate, C., Van Hensbroek, M. B., Morris-Jones, S., Greenwood, B. M., 

and Kwiatkowski, D. 1995. Strain variation in tumor necrosis factor induction by 

parasites from children with acute falciparum malaria. Infection & Immunity 63: 1173-

1175. 

Allen, S. J., O'Donnell, A., Alexander, N. D., Alpers, M. P., Peto, T. E., Clegg, J. B., and 

Weatherall, D. J. 1997. alpha+-Thalassemia protects children against disease caused by 

other infections as well as malaria. Proceedings of the National Academy of Science U S 

A 94: 14736-14741. 

Allison, A. C. 1954. Protection afforded by sickle-cell trait against subtertian malarial infection. 

British Medical Journal 1: 290-294. 

Al-Yaman, F., Genton, B., Anders, R., Taraika, J., Ginny, M., Mellor, S., and Alpers, M. P. 

1995. Assessment of the role of the humoral response to Plasmodium falciparum MSP2 

compared to RESA and SPf66 in protecting Papua New Guinean children from clinical 

malaria. Parasite Immunology 17: 493-501. 

Al-Yaman, F., Genton, B., Reeder, J. C., Anders, R. F., Smith, T., and Alpers, M. P. 1997. 

Reduced risk of clinical malaria in children infected with multiple clones of Plasmodium  

falciparum in a highly endemic area: a prospective community study. Transactions of the 

Royal Society of Tropical Medicine & Hygiene 91: 602-605. 

Amodu, O. K., Oyedeji, S. I., Ntoumi, F., Orimadegun, A. E., Gbadegesin, R. A., Olumese, P. 

E., and Omotade, O. O. 2008. Complexity of the msp2 locus and the severity of 

childhood malaria, in south-western Nigeria. Annals of Tropical Medicine & 

Parasitology 102: 95-102. 

Angulo, I., and Fresno, M. 2002. Cytokines in the pathogenesis of and protection against 

malaria. Clinical and Diagnostic Laboratory Immunology 9: 1145-1152. 

Anyona, S. B., Kempaiah, P., Raballah, E., Ouma, C., Were, T., Davenport, G. C., Konah, S. N., 

Vulule, J. M., Hittner, J. B., Gichuki, C. W., Ong'echa, J. M., and Perkins, D. J. 2011. 



IB
ADAN U

NIV
ERSITY LI

BRARY

161 

 

Functional promoter haplotypes of interleukin-18 condition susceptibility to severe 

malarial anemia and childhood mortality. Infection & Immunity 79: 4923-4932. 

Arimitsu, J., Hirano, T., Higa, S., Kawai, M., Naka, T., Ogata, A., Shima, Y., Fujimoto, M., 

Yamadori, T., Hagiwara, K., Ohgawara, T., Kuwabara, Y., Kawase, I., and Tanaka, T. 

2006. IL-18 gene polymorphisms affect IL-18 production capability by monocytes. 

Biochemical & Biophysical Research Communication 342: 1413-1416. 

Arnot, D. E. 2002. The influence of the genetic complexity of Plasmodium  falciparum 

infections on the epidemiology of malaria. Transactions of the Royal Society of Tropical 

Medicine & Hygiene 96: S131-136. 

Ashley-Koch, A., Yang, Q., and Olney, R. S. 2000. Sickle hemoglobin HbS) allele and sickle 

cell disease: a HuGE review. American Journal of Epidemiology 151: 839-845. 

Atroosh, W. M., Al-Mekhlafi, H. M., Mahdy, M. A., Saif-Ali, R., Al-Mekhlafi, A. M., and Surin, 

J. 2011. Genetic diversity of Plasmodium  falciparum isolates from Pahang, Malaysia 

based on MSP-1 and MSP-2 genes. Parasite Vectors 4: 233. 

Attanayake, N., Fox-Rushby, J., and Mills, A. 2000. Household costs of 'malaria' morbidity: a 

study in Matale district, Sri Lanka. Tropical Medicine & International Health 5: 595-606. 

Aubouy, A., Migot-Nabias, F., and Deloron, P. 2003. Polymorphism in two merozoite surface 

proteins of Plasmodium  falciparum isolates from Gabon. Malaria Journal 2: 12. 

Auburn, S., Campino, S., Miotto, O., Djimde, A. A., Zongo, I., Manske, M., Maslen, G., 

Mangano, V., Alcock, D., MacInnis, B., Rockett, K. A., Clark, T. G., Doumbo, O. K., 

Ouedraogo, J. B., and Kwiatkowski, D. P. 2012. Characterization of within-host 

Plasmodium  falciparum diversity using next-generation sequence data. PLoS One 7: 

32891. 

Aucan, C., Traore, Y., Tall, F., Nacro, B., Traore-Leroux, T., Fumoux, F., and Rihet, P. 2000. 

High immunoglobulin G2 (IgG2) and low IgG4 levels are associated with human 

resistance to Plasmodium  falciparum malaria. Infection & Immunity 68: 1252-1258. 

Awolola, T. S., Okwa, Hunt, R. H., Ogunrinade, A. F., and Coetzee, M. 2002. Dynamics of the 

malaria-vector populations in coastal Lagos, south-western Nigeria. Annals of Tropical 

Medicine & Parasitology 96: 75-82. 

Awolola, T. S., Oyewole, I. O., Koekemoer, L. L., and Coetzee, M. 2005. Identification of three 

members of the Anopheles funestus (Diptera: Culicidae) group and their role in malaria 

transmission in two ecological zones in Nigeria. Transactions of the Royal Society of 

Tropical Medicine & Hygiene 99: 525-531. 

Ayi, K., Turrini, F., Piga, A., and Arese, P. 2004. Enhanced phagocytosis of ring-parasitized 

mutant erythrocytes: a common mechanism that may explain protection against 

falciparum malaria in sickle trait and beta-thalassemia trait. Blood 104: 3364-3371. 

Babbitt, B. P., Allen, P. M., Matsueda, G., Haber, E., and Unanue, E. R. 2005. Binding of 

immunogenic peptides to Ia histocompatibility molecules. 1985. Journal of Immunology 

175: 4163-4165. 



IB
ADAN U

NIV
ERSITY LI

BRARY

162 

 

Babiker, H. A., Abdel-Muhsin, A. M., Ranford-Cartwright, L. C., Satti, G., and Walliker, D. 

1998. Characteristics of Plasmodium  falciparum parasites that survive the lengthy dry 

season in eastern Sudan where malaria transmission is markedly seasonal. American 

Journal of Tropical Medicine & Hygiene 59: 582-590. 

Babiker, H. A., Lines, J., Hill, W. G., and Walliker, D. 1997. Population structure of 

Plasmodium  falciparum in villages with different malaria endemicity in east Africa. 

American Journal of Tropical Medicine & Hygiene 56: 141-147. 

Baer, K., Klotz, C., Kappe, S. H., Schnieder, T., and Frevert, U. 2007. Release of hepatic 

Plasmodium  yoelii merozoites into the pulmonary microvasculature. PLoS Pathology 3: 

171. 

Bakir, H. Y., Tomiyama, C., and Abo, T. 2011. Cytokine profile of murine malaria: stage-related 

production of inflammatory and anti-inflammatory cytokines. Biomedical Research 32: 

203-208. 

Barreiro, L. B., and Quintana-Murci, L. 2010. From evolutionary genetics to human 

immunology: how selection shapes host defence genes. Nature Review Genetics 11: 17-

30. 

Basco, L. K., and Ringwald, P. 2001. Molecular epidemiology of malaria in Yaounde, 

Cameroon. VIII. Multiple Plasmodium  falciparum infections in symptomatic patients. 

American Journal of Tropical Medicine & Hygiene 65: 798-803. 

Baseggio, L., Bartholin, L., Chantome, A., Charlot, C., Rimokh, R., and Salles, G. 2004. Allele-

specific binding to the -308 single nucleotide polymorphism site in the tumour necrosis 

factor-alpha promoter. European Journal of Immunogenetics 31: 15-19. 

Bate, C. A., and Kwiatkowski, D. 1994. A monoclonal antibody that recognizes 

phosphatidylinositol inhibits induction of tumor necrosis factor alpha by different strains 

of Plasmodium  falciparum. Infection & Immunity 62: 5261-5266. 

Bayley, J. P., Ottenhoff, T. H., and Verweij, C. L. 2004. Is there a future for TNF promoter 

polymorphisms? Genes & Immunity 5: 315-329. 

Bazan, J. F., Timans, J. C., and Kastelein, R. A. 1996. A newly defined interleukin-1? Nature 

379: 591. 

Beck, H. P., Felger, I., Huber, W., Steiger, S., Smith, T., Weiss, N., Alonso, P., and Tanner, M. 

1997. Analysis of multiple Plasmodium  falciparum infections in Tanzanian children 

during the phase III trial of the malaria vaccine SPf66. Journal of Infectious Diseases 

175: 921-926. 

Beck, H. P., Felger, I., Vounatsou, P., Hirt, R., Tanner, M., Alonso, P., and Menendez, C. 1999. 

Effect of iron supplementation and malaria prophylaxis in infants on Plasmodium  

falciparum genotypes and multiplicity of infection. Transactions of the Royal Society of 

Tropical Medicine & Hygiene 93: 41-45. 



IB
ADAN U

NIV
ERSITY LI

BRARY

163 

 

Becker, K., Tilley, L., Vennerstrom, J. L., Roberts, D., Rogerson, S., and Ginsburg, H. 2004. 

Oxidative stress in malaria parasite-infected erythrocytes: host-parasite interactions. 

International Journal of Parasitology 34: 163-189. 

Bell, J. I., Denney, D., Foster, L., Lee, B. S., Hardy, D., and McDevitt, H. O. 1986. Molecular 

biology of the class II region of the human major histocompatibility complex. Cold 

Spring Harbor Symposia on Quantitative Biology 51: 75-82. 

Bellomo, P. 1965. Malaria and History. South Africa Medical Journal 39: 105-106. 

Bendixen, M., Msangeni, H. A., Pedersen, B. V., Shayo, D., and Bodker, R. 2001. Diversity of 

Plasmodium  falciparum populations and complexity of infections in relation to 

transmission intensity and host age: a study from the Usambara Mountains, Tanzania. 

Transactions of the Royal Society of Tropical Medicine & Hygiene 95: 143-148. 

Bereczky, S., Liljander, A., Rooth, I., Faraja, L., Granath, F., Montgomery, S. M., and Farnert, 

A. 2007. Multiclonal asymptomatic Plasmodium  falciparum infections predict a reduced 

risk of malaria disease in a Tanzanian population. Microbes & Infection 9: 103-110. 

Beutler, B., and Grau, G. E. 1993. Tumor necrosis factor in the pathogenesis of infectious 

diseases. Critical Care Medicine 21: S423-435. 

Beutler, E. 1994. G6PD deficiency. Blood 84: 3613-3636. 

Bienzle, U., Ayeni, O., Lucas, A. O., and Luzzatto, L. 1972. Glucose-6-phosphate 

dehydrogenase and malaria. Greater resistance of females heterozygous for enzyme 

deficiency and of males with non-deficient variant. Lancet 1: 107-110. 

Bisseye, C., Yindom, L. M., Simpore, J., Morgan, W. D., Holder, A. A., and Ismaili, J. 2011. An 

engineered Plasmodium  falciparum C-terminal 19-kilodalton merozoite surface protein 1 

vaccine candidate induces high levels of interferon-gamma production associated with 

cellular immune responses to specific peptide sequences in Gambian adults naturally 

exposed to malaria. Clinical & Experimental Immunology 166: 366-373. 

Bjorkman, P. J., and Parham, P. 1990. Structure, function, and diversity of class I major 

histocompatibility complex molecules. Annual Review of Biochemistry 59: 253-288. 

Bjorkman, P. J., Saper, M. A., Samraoui, B., Bennett, W. S., Strominger, J. L., and Wiley, D. C. 

1987. The foreign antigen binding site and T cell recognition regions of class I 

histocompatibility antigens. Nature 329: 512-518. 

Blackman, M. J., Heidrich, H. G., Donachie, S., McBride, J. S., and Holder, A. A. 1990. A single 

fragment of a malaria merozoite surface protein remains on the parasite during red cell 

invasion and is the target of invasion-inhibiting antibodies. Journal of Experimental 

Medicine 172: 379-382. 

Boasberg, P. D., Hoon, D. S., Piro, L. D., Martin, M. A., Fujimoto, A., Kristedja, T. S., Bhachu, 

S., Ye, X., Deck, R. R., and O'Day, S. J. 2006. Enhanced survival associated with vitiligo 

expression during maintenance biotherapy for metastatic melanoma. Journal of 

Investigative Dermatology 126: 2658-2663. 



IB
ADAN U

NIV
ERSITY LI

BRARY

164 

 

Borish, L. C., and Steinke, J. W. 2003. 2. Cytokines and chemokines. Journal of Allergy & 

Clinical Immunology 111: S460-475. 

Born, T. L., Thomassen, E., Bird, T. A., and Sims, J. E. 1998. Cloning of a novel receptor 

subunit, AcPL, required for interleukin-18 signaling. Journal of Biological Chemistry 

273: 29445-29450. 

Bossu, P., Ciaramella, A., Moro, M. L., Bellincampi, L., Bernardini, S., Federici, G., 

Trequattrini, A., Macciardi, F., Spoletini, I., Di Iulio, F., Caltagirone, C., and Spalletta, G. 

2007. Interleukin-18 gene polymorphisms predict risk and outcome of Alzheimer's 

disease. Journal of Neurology and Neurosurgical Psychiatry. 

Bouharoun-Tayoun, H., Attanath, P., Sabchareon, A., Chongsuphajaisiddhi, T., and Druilhe, P. 

1990. Antibodies that protect humans against Plasmodium  falciparum blood stages do 

not on their own inhibit parasite growth and invasion in vitro, but act in cooperation with 

monocytes. Journal of Experimental Medicine 172: 1633-1641. 

Bouyou-Akotet, M. K., and Mavoungou, E. 2009. Natural killer cell IFN-gamma-activity is 

associated with Plasmodium  falciparum infection during pregnancy. Experimental 

Parasitology 123: 265-268. 

Brabin, B. J. 1983. An analysis of malaria in pregnancy in Africa. Bulletin of the World Health 

Organization 61: 1005-1016. 

Branch, O. H., Oloo, A. J., Nahlen, B. L., Kaslow, D., and Lal, A. A. 2000. Anti-merozoite 

surface protein-1 19-kDa IgG in mother-infant pairs naturally exposed to Plasmodium  

falciparum: subclass analysis with age, exposure to asexual parasitemia, and protection 

against malaria. V. The Asembo Bay Cohort Project. Journal of Infectious Diseases 181: 

1746-1752. 

Branch, O. H., Takala, S., Kariuki, S., Nahlen, B. L., Kolczak, M., Hawley, W., and Lal, A. A. 

2001. Plasmodium  falciparum genotypes, low complexity of infection, and resistance to 

subsequent malaria in participants in the Asembo Bay Cohort Project. Infection & 

Immunity 69: 7783-7792. 

Breman, J. G., Alilio, M. S., and Mills, A. 2004. Conquering the intolerable burden of malaria: 

what's new, what's needed: a summary. American Journal of Tropical Medicine & 

Hygiene 71: 1-15. 

Bruce, M. C., Alano, P., Duthie, S., and Carter, R. 1990. Commitment of the malaria parasite 

Plasmodium  falciparum to sexual and asexual development. Parasitology 100: 191-200. 

Bruce-Chwatt, L. J. 1985. Essential malariology. Wiley, New York. 

Bull, P. C., and Marsh, K. 2002. The role of antibodies to Plasmodium  falciparum-infected-

erythrocyte surface antigens in naturally acquired immunity to malaria. Trends in 

Microbiology 10: 55-58. 

Bunyaratvej, A., Butthep, P., Sae-Ung, N., Fucharoen, S., and Yuthavong, Y. 1992. Reduced 

deformability of thalassemic erythrocytes and erythrocytes with abnormal hemoglobins 



IB
ADAN U

NIV
ERSITY LI

BRARY

165 

 

and relation with susceptibility to Plasmodium  falciparum invasion. Blood 79: 2460-

2463. 

Cabantous, S., Doumbo, O., Ranque, S., Poudiougou, B., Traore, A., Hou, X., Keita, M. M., 

Cisse, M. B., Dessein, A. J., and Marquet, S. 2006. Alleles 308A and 238A in the tumor 

necrosis factor alpha gene promoter do not increase the risk of severe malaria in children 

with Plasmodium  falciparum infection in Mali. Infection & Immunity 74: 7040-7042. 

Cabantous, S., Poudiougou, B., Oumar, A. A., Traore, A., Barry, A., Vitte, J., Bongrand, P., 

Marquet, S., Doumbo, O., and Dessein, A. J. 2009. Genetic evidence for the aggravation 

of Plasmodium  falciparum malaria by interleukin 4. Journal of Infectious Diseases 200: 

1530-1539. 

Cabrales, P., Zanini, G. M., Meays, D., Frangos, J. A., and Carvalho, L. J. 2011. Nitric oxide 

protection against murine cerebral malaria is associated with improved cerebral 

microcirculatory physiology. Journal of Infectious Diseases 203: 1454-1463. 

Cappadoro, M., Giribaldi, G., O'Brien, E., Turrini, F., Mannu, F., Ulliers, D., Simula, G., 

Luzzatto, L., and Arese, P. 1998. Early phagocytosis of glucose-6-phosphate 

dehydrogenase (G6PD)-deficient erythrocytes parasitized by Plasmodium  falciparum 

may explain malaria protection in G6PD deficiency. Blood 92: 2527-2534. 

Cappellini, M. D., and Fiorelli, G. 2008. Glucose-6-phosphate dehydrogenase deficiency. Lancet 

371: 64-74. 

Carlson, J., Helmby, H., Hill, A. V., Brewster, D., Greenwood, B. M., and Wahlgren, M. 1990a. 

Human cerebral malaria: association with erythrocyte rosetting and lack of anti-rosetting 

antibodies. Lancet 336: 1457-1460. 

Carlson, J., Holmquist, G., Taylor, D. W., Perlmann, P., and Wahlgren, M. 1990b. Antibodies to 

a histidine-rich protein (PfHRP1) disrupt spontaneously formed Plasmodium  falciparum 

erythrocyte rosettes. Proceedings of the National Academy of Science U S A 87: 2511-

2515. 

Castelar, L., Silva, M. M., Castelli, E. C., Deghaide, N. H., Mendes-Junior, C. T., Machado, A. 

A., Donadi, E. A., and Fernandes, A. P. 2010. Interleukin-18 and interferon-gamma 

polymorphisms in Brazilian human immunodeficiency virus-1-infected patients 

presenting with lipodystrophy syndrome. Tissue Antigens 76: 126-130. 

Cebeci, A. N., Nuhoglu, Y., Arslanoglu, I., Erguven, M., and Agachan, N. 2006. The role of IL-

18 in Th1/Th2 balance in children. Allergy and Asthma Proceedings 27: 365-370. 

Cella, M., Jarrossay, D., Facchetti, F., Alebardi, O., Nakajima, H., Lanzavecchia, A., and 

Colonna, M. 1999. Plasmacytoid monocytes migrate to inflamed lymph nodes and 

produce large amounts of type I interferon. Nature Medicine 5: 919-923. 

Chaisavaneeyakorn, S., Othoro, C., Shi, Y. P., Otieno, J., Chaiyaroj, S. C., Lal, A. A., and 

Udhayakumar, V. 2003. Relationship between plasma Interleukin-12 (IL-12) and IL-18 

levels and severe malarial anemia in an area of holoendemicity in western Kenya. 

Clinical and Diagnostic Laboratory Immunology 10: 362-366. 



IB
ADAN U

NIV
ERSITY LI

BRARY

166 

 

Chandrasekar, B., Vemula, K., Surabhi, R. M., Li-Weber, M., Owen-Schaub, L. B., Jensen, L. 

E., and Mummidi, S. 2004. Activation of intrinsic and extrinsic proapoptotic signaling 

pathways in interleukin-18-mediated human cardiac endothelial cell death. Journal of 

Biological Chemistry 279: 20221-20233. 

Chartrain, N. A., Geller, D. A., Koty, P. P., Sitrin, N. F., Nussler, A. K., Hoffman, E. P., Billiar, 

T. R., Hutchinson, N. I., and Mudgett, J. S. 1994. Molecular cloning, structure, and 

chromosomal localization of the human inducible nitric oxide synthase gene. Journal of 

Biological Chemistry 269: 6765-6772. 

Chen, Q., Schlichtherle, M., and Wahlgren, M. 2000. Molecular aspects of severe malaria. 

Clinical Microbiology Reviews 13: 439-450. 

Chippaux, J. P., Massougbodji, A., Boulard, J. C., and Akogbeto, M. 1992a. [Morbidity and 

severity of malaria attacks in carriers of sickle-cell trait]. Review Epidemiolgie Sante 

Publique 40: 240-245. 

Chippaux, J. P., Massougbodji, A., Castel, J., Akogbeto, M., Zohoun, I., and Zohoun, T. 1992b. 

[Plasmodium  falciparum or P. malariae parasitemia in carriers of sickle cell trait in 

various Benin biotypes]. Review Epidemiologie Sante Publique 40: 246-251. 

Chotivanich, K., Udomsangpetch, R., Pattanapanyasat, K., Chierakul, W., Simpson, J., 

Looareesuwan, S., and White, N. 2002. Hemoglobin E: a balanced polymorphism 

protective against high parasitemias and thus severe P falciparum malaria. Blood 100: 

1172-1176. 

Clark, I. A., and Cowden, W. B. 2003. The pathophysiology of falciparum malaria. 

Pharmacology and Therapeutics 99: 221-260. 

Clark, I. A., and Rockett, K. A. 1994. Sequestration, cytokines, and malaria pathology. 

International Journal of Parasitology 24: 165-166. 

Clark, K., Kulk, N., Amante, F., Haque, A., and Engwerda, C. 2007. Lymphotoxin alpha and 

tumour necrosis factor are not required for control of parasite growth, but differentially 

regulate cytokine production during Plasmodium  chabaudi chabaudi AS infection. 

Parasite Immunology 29: 153-158. 

Clark, T. G., Fry, A. E., Auburn, S., Campino, S., Diakite, M., Green, A., Richardson, A., Teo, 

Y. Y., Small, K., Wilson, J., Jallow, M., Sisay-Joof, F., Pinder, M., Sabeti, P., 

Kwiatkowski, D. P., and Rockett, K. A. 2009. Allelic heterogeneity of G6PD deficiency 

in West Africa and severe malaria susceptibility. European Journal of Human Genetics 

17: 1080-1085. 

Claser, C., Malleret, B., Gun, S. Y., Wong, A. Y., Chang, Z. W., Teo, P., See, P. C., Howland, S. 

W., Ginhoux, F., and Renia, L. 2011. CD8+ T cells and IFN-gamma mediate the time-

dependent accumulation of infected red blood cells in deep organs during experimental 

cerebral malaria. PLoS One 6: 18720. 

Cohen, S., Mc, G. I., and Carrington, S. 1961. Gamma-globulin and acquired immunity to human 

malaria. Nature 192: 733-737. 



IB
ADAN U

NIV
ERSITY LI

BRARY

167 

 

Coia, V., Juliger, S., Mordmuller, B., Kreidenweis, A., Stroh, A. L., Ortega, C., Vindigni, A., 

Dengjel, J., Lukyanov, D. V., Destro-Bisol, G., Fedorov, A., Podgornaya, O. I., and Kun, 

J. F. 2005. Analysis of polymorphic sites in the promoter of the nitric oxide synthase 2 

gene. Biochemical & Biophysical Research Communication 335: 1123-1131. 

Collins, F. H., Kamau, L., Ranson, H. A., and Vulule, J. M. 2000. Molecular entomology and 

prospects for malaria control. Bulletin of the World Health Organization 78,: 1412-1423. 

Contamin, H., Fandeur, T., Bonnefoy, S., Skouri, F., Ntoumi, F., and Mercereau-Puijalon, O. 

1995. PCR typing of field isolates of Plasmodium  falciparum. Journal of Clinical 

Microbiology 33: 944-951. 

Conway, D. J. 2007. Molecular epidemiology of malaria. Clinical Microbiology Reviews 20: 

188-204. 

Cook, G. C. 1993. Some early British contributions to tropical disease. Journal of Infection 27: 

325-333. 

Cooke, G. S., and Hill, A. V. 2001. Genetics of susceptibility to human infectious disease. 

Nature Review Genetics 2: 967-977. 

Cooper, M. A., and Caligiuri, M. A. 2004. Isolation and characterization of human natural killer 

cell subsets. Current Protocol in Immunology 7: 734. 

Cooper, M. A., Fehniger, T. A., Fuchs, A., Colonna, M., and Caligiuri, M. A. 2004. NK cell and 

DC interactions. Trends in Immunology 25: 47-52. 

Corvino, C. L., Mamoni, R. L., Fagundes, G. Z., and Blotta, M. H. 2007. Serum interleukin-18 

and soluble tumour necrosis factor receptor 2 are associated with disease severity in 

patients with paracoccidioidomycosis. Clinical & Experimental Immunology 147: 483-

490. 

Costantino, C. M., Spooner, E., Ploegh, H. L., and Hafler, D. A. 2012. Class II MHC self-antigen 

presentation in human B and T lymphocytes. PLoS One 7: 29805. 

Courtin, D., Oesterholt, M., Huismans, H., Kusi, K., Milet, J., Badaut, C., Gaye, O., Roeffen, W., 

Remarque, E. J., Sauerwein, R., Garcia, A., and Luty, A. J. 2009. The quantity and 

quality of African children's IgG responses to merozoite surface antigens reflect 

protection against Plasmodium  falciparum malaria. PLoS One 4: 7590. 

Cowman, A. F., and Crabb, B. S. 2006. Invasion of red blood cells by malaria parasites. Cell 

124: 755-766. 

Cox, F. E. 2010. History of the discovery of the malaria parasites and their vectors. Parasite 

Vectors 3: 5. 

Cox-Singh, J., Davis, T. M., Lee, K. S., Shamsul, S. S., Matusop, A., Ratnam, S., Rahman, H. 

A., Conway, D. J., and Singh, B. 2008. Plasmodium  knowlesi malaria in humans is 

widely distributed and potentially life threatening. Clinical Infectious Diseases 46: 165-

171. 



IB
ADAN U

NIV
ERSITY LI

BRARY

168 

 

Cox-Singh, J., Hiu, J., Lucas, S. B., Divis, P. C., Zulkarnaen, M., Chandran, P., Wong, K. T., 

Adem, P., Zaki, S. R., Singh, B., and Krishna, S. 2010. Severe malaria - a case of fatal 

Plasmodium  knowlesi infection with post-mortem findings: a case report. Malaria 

Journal 9: 10. 

Craig, A., Fernandez-Reyes, D., Mesri, M., McDowall, A., Altieri, D. C., Hogg, N., and 

Newbold, C. 2000. A functional analysis of a natural variant of intercellular adhesion 

molecule-1 (ICAM-1Kilifi). Human Molecular Genetics 9: 525-530. 

Cramer, J. P., Lepenies, B., Kamena, F., Holscher, C., Freudenberg, M. A., Burchard, G. D., 

Wagner, H., Kirschning, C. J., Liu, X., Seeberger, P. H., and Jacobs, T. 2008. MyD88/IL-

18-dependent pathways rather than TLRs control early parasitaemia in non-lethal 

Plasmodium  yoelii infection. Microbes & Infection 10: 1259-1265. 

Crawley, J., English, M., Waruiru, C., Mwangi, I., and Marsh, K. 1998. Abnormal respiratory 

patterns in childhood cerebral malaria. Transactions of the Royal Society of Tropical 

Medicine & Hygiene 92: 305-308. 

Crawley, J., Smith, S., Muthinji, P., Marsh, K., and Kirkham, F. 2001. Electroencephalographic 

and clinical features of cerebral malaria. Archives of Disease in Childhood 84: 247-253. 

Dausset, J. 1981. The major histocompatibility complex in man. Science 213: 1469-1474. 

David, P. H., Hommel, M., Miller, L. H., Udeinya, I. J., and Oligino, L. D. 1983. Parasite 

sequestration in Plasmodium  falciparum malaria: spleen and antibody modulation of 

cytoadherence of infected erythrocytes. Proceedings of the National Academy of Science 

U S A 80: 5075-5079. 

Day, K. P., Hayward, R. E., and Dyer, M. 1998. The biology of Plasmodium  falciparum 

transmission stages. Parasitology 116: S95-109. 

Day, K. P., and Marsh, K. 1991. Naturally acquired immunity to Plasmodium  falciparum. 

Immunology Today 12: A68-71. 

Day, N. P., Hien, T. T., Schollaardt, T., Loc, P. P., Chuong, L. V., Chau, T. T., Mai, N. T., Phu, 

N. H., Sinh, D. X., White, N. J., and Ho, M. 1999. The prognostic and pathophysiologic 

role of pro- and antiinflammatory cytokines in severe malaria. Journal of Infectious 

Diseases 180: 1288-1297. 

de Waal Malefyt, R., Abrams, J., Bennett, B., Figdor, C. G., and de Vries, J. E. 1991. Interleukin 

10(IL-10) inhibits cytokine synthesis by human monocytes: an autoregulatory role of IL-

10 produced by monocytes. Journal of Experimental Medicine 174: 1209-1220. 

Depinay, N., Franetich, J. F., Gruner, A. C., Mauduit, M., Chavatte, J. M., Luty, A. J., van 

Gemert, G. J., Sauerwein, R. W., Siksik, J. M., Hannoun, L., Mazier, D., Snounou, G., 

and Renia, L. 2011. Inhibitory effect of TNF-alpha on malaria pre-erythrocytic stage 

development: influence of host hepatocyte/parasite combinations. PLoS One 6: 17464. 

Desai, M., ter Kuile, F. O., Nosten, F., McGready, R., Asamoa, K., Brabin, B., and Newman, R. 

D. 2007. Epidemiology and burden of malaria in pregnancy. Lancet Infectious Diseases 

7: 93-104. 



IB
ADAN U

NIV
ERSITY LI

BRARY

169 

 

Desowitz, R. S. 2005. In Malaria: Molecular and Clinical Aspects. Wahlgren M and Perlmann 

(Eds). Harwood Academic Publishers, Amsterdam, The Netherlands, pp1-16. 

Dinarello, C. A. 1999. Interleukin-18. Methods 19: 121-132. 

Dinarello, C. A., and Fantuzzi, G. 2003. Interleukin-18 and host defense against infection. 

Journal of Infectious Diseases 187: S370-384. 

Dondorp, A. M., Nyanoti, M., Kager, P. A., Mithwani, S., Vreeken, J., and Marsh, K. 2002. The 

role of reduced red cell deformability in the pathogenesis of severe falciparum malaria 

and its restoration by blood transfusion. Transactions of the Royal Society of Tropical 

Medicine & Hygiene 96: 282-286. 

Dong, C., and Flavell, R. A. 2001. Th1 and Th2 cells. Current Opinion in Hematology 8: 47-51. 

Dong, G. P., Yu, Z. S., Liang, L., Zou, C. C., Fu, J. F., and Wang, C. L. 2007. IL-18 gene 

promoter -137C/G and -607C/A polymorphisms in Chinese Han children with type 1 

diabetes mellitus. International Journal of Immunogenetics 34: 75-79. 

Doolan, D. L., and Martinez-Alier, N. 2006. Immune response to pre-erythrocytic stages of 

malaria parasites. Current Molecular Medicine 6: 169-185. 

Doumbo, O. K., Thera, M. A., Kone, A. K., Raza, A., Tempest, L. J., Lyke, K. E., Plowe, C. V., 

and Rowe, J. A. 2009. High levels of Plasmodium  falciparum rosetting in all clinical 

forms of severe malaria in African children. American Journal of Tropical Medicine & 

Hygiene 81: 987-993. 

Doytchinova, I., Petkov, P., Dimitrov, I., Atanasova, M., and Flower, D. R. 2011. HLA-DP2 

binding prediction by molecular dynamics simulations. Protein Science 20: 1918-1928. 

Driss, A., Hibbert, J. M., Wilson, N. O., Iqbal, S. A., Adamkiewicz, T. V., and Stiles, J. K. 2011. 

Genetic polymorphisms linked to susceptibility to malaria. Malaria Journal 10: 271. 

Duffy, P. E., and Fried, M. 2006. Red blood cells that do and red blood cells that don't: how to 

resist a persistent parasite. Trends in Parasitology 22: 99-101. 

Egan, A. F., Morris, J., Barnish, G., Allen, S., Greenwood, B. M., Kaslow, D. C., Holder, A. A., 

and Riley, E. M. 1996. Clinical immunity to Plasmodium  falciparum malaria is 

associated with serum antibodies to the 19-kDa C-terminal fragment of the merozoite 

surface antigen, PfMSP-1. Journal of Infectious Diseases 173: 765-769. 

Eichner, M., Diebner, H. H., Molineaux, L., Collins, W. E., Jeffery, G. M., and Dietz, K. 2001. 

Genesis, sequestration and survival of Plasmodium  falciparum gametocytes: parameter 

estimates from fitting a model to malariatherapy data. Transactions of the Royal Society 

of Tropical Medicine & Hygiene 95: 497-501. 

Eisen, D., Billman-Jacobe, H., Marshall, V. F., Fryauff, D., and Coppel, R. L. 1998. Temporal 

variation of the merozoite surface protein-2 gene of Plasmodium  falciparum. Infection & 

Immunity 66: 239-246. 

Ekanem, O. J., Weisfeld, J. S., Salako, L. A., Nahlen, B. L., Ezedinachi, E. N., Walker, O., 

Breman, J. G., Laoye, O. J., and Hedberg, K. 1990. Sensitivity of Plasmodium  



IB
ADAN U

NIV
ERSITY LI

BRARY

170 

 

falciparum to chloroquine and sulfadoxine/pyrimethamine in Nigerian children. Bulletin 

of the World Health Organization 68: 45-52. 

Ekvall, H. 2003. Malaria and anemia. Current Opinion in Hematology 10: 108-114. 

Engelbrecht, F., Felger, I., Genton, B., Alpers, M., and Beck, H. P. 1995. Plasmodium  

falciparum: malaria morbidity is associated with specific merozoite surface antigen 2 

genotypes. Experimental Parasitology 81: 90-96. 

Engelbrecht, F., Togel, E., Beck, H. P., Enwezor, F., Oettli, A., and Felger, I. 2000. Analysis of 

Plasmodium  falciparum infections in a village community in Northern Nigeria: 

determination of msp2 genotypes and parasite-specific IgG responses. Acta Tropica 74: 

63-71. 

English, M. 2000. Life-threatening severe malarial anaemia. Transactions of the Royal Society of 

Tropical Medicine & Hygiene 94: 585-588. 

English, M., Muambi, B., Mithwani, S., and Marsh, K. 1997. Lactic acidosis and oxygen debt in 

African children with severe anaemia. Quaterly Journal of Medicine 90: 563-569. 

Engwerda, C. R., and Good, M. F. 2005. Interactions between malaria parasites and the host 

immune system. Current Opinion in Immunology 17: 381-387. 

Epping, R. J., Goldstone, S. D., Ingram, L. T., Upcroft, J. A., Ramasamy, R., Cooper, J. A., 

Bushell, G. R., and Geysen, H. M. 1988. An epitope recognised by inhibitory monoclonal 

antibodies that react with a 51 kilodalton merozoite surface antigen in Plasmodium  

falciparum. Molecular and Biochemical Parasitology 28: 1-10. 

Fairhurst, R. M., Baruch, D. I., Brittain, N. J., Ostera, G. R., Wallach, J. S., Hoang, H. L., 

Hayton, K., Guindo, A., Makobongo, M. O., Schwartz, O. M., Tounkara, A., Doumbo, O. 

K., Diallo, D. A., Fujioka, H., Ho, M., and Wellems, T. E. 2005. Abnormal display of 

PfEMP-1 on erythrocytes carrying haemoglobin C may protect against malaria. Nature 

435: 1117-1121. 

Falade, C., Mokuolu, O., Okafor, H., Orogade, A., Falade, A., Adedoyin, O., Oguonu, T., Aisha, 

M., Hamer, D. H., and Callahan, M. V. 2007. Epidemiology of congenital malaria in 

Nigeria: a multi-centre study. Tropical Medicine & International Health 12: 1279-1287. 

Falk, K., Rotzschke, O., Stevanovic, S., Jung, G., and Rammensee, H. G. 2006a. Allele-specific 

motifs revealed by sequencing of self-peptides eluted from MHC molecules. 1991. 

Journal of Immunology 177: 2741-2747. 

Falk, N., Maire, N., Sama, W., Owusu-Agyei, S., Smith, T., Beck, H. P., and Felger, I. 2006b. 

Comparison of PCR-RFLP and Genescan-based genotyping for analyzing infection 

dynamics of Plasmodium  falciparum. American Journal of Tropical Medicine & 

Hygiene 74: 944-950. 

Farnert, A., Arez, A. P., Babiker, H. A., Beck, H. P., Benito, A., Bjorkman, A., Bruce, M. C., 

Conway, D. J., Day, K. P., Henning, L., Mercereau-Puijalon, O., Ranford-Cartwright, L. 

C., Rubio, J. M., Snounou, G., Walliker, D., Zwetyenga, J., and do Rosario, V. E. 2001. 



IB
ADAN U

NIV
ERSITY LI

BRARY

171 

 

Genotyping of Plasmodium  falciparum infections by PCR: a comparative multicentre 

study. Transactions of the Royal Society of Tropical Medicine & Hygiene 95: 225-232. 

Farnert, A., Rooth, I., Svensson, Snounou, G., and Bjorkman, A. 1999. Complexity of 

Plasmodium  falciparum infections is consistent over time and protects against clinical 

disease in Tanzanian children. Journal of Infectious Diseases 179: 989-995. 

Farnert, A., Williams, T. N., Mwangi, T. W., Ehlin, A., Fegan, G., Macharia, A., Lowe, B. S., 

Montgomery, S. M., and Marsh, K. 2009. Transmission-dependent tolerance to 

multiclonal Plasmodium  falciparum infection. Journal of Infectious Diseases 200: 1166-

1175. 

Fatih, F. A., Siner, A., Ahmed, A., Woon, L. C., Craig, A. G., Singh, B., Krishna, S., and Cox-

Singh, J. 2012. Cytoadherence and virulence - the case of Plasmodium knowlesi malaria. 

Malaria Journal 11: 33. 

Favre, N., Ryffel, B., Bordmann, G., and Rudin, W. 1997. The course of Plasmodium  chabaudi 

chabaudi infections in interferon-gamma receptor deficient mice. Parasite Immunology 

19: 375-383. 

Felger, I., Genton, B., Smith, T., Tanner, M., and Beck, H. P. 2003. Molecular monitoring in 

malaria vaccine trials. Trends in Parasitology 19: 60-63. 

Felger, I., Irion, A., Steiger, S., and Beck, H. P. 1999. Genotypes of merozoite surface protein 2 

of Plasmodium  falciparum in Tanzania. Transactions of the Royal Society of Tropical 

Medicine & Hygiene 93: 3-9. 

Felger, I., Tavul, L., Kabintik, S., Marshall, V., Genton, B., Alpers, M., and Beck, H. P. 1994. 

Plasmodium  falciparum: extensive polymorphism in merozoite surface antigen 2 alleles 

in an area with endemic malaria in Papua New Guinea. Experimental Parasitology 79: 

106-116. 

Feng, Z., Smith, D. L., McKenzie, F. E., and Levin, S. A. 2004. Coupling ecology and evolution: 

malaria and the S-gene across time scales. Mathematical Biosciences 189: 1-19. 

Fenton, B., Clark, J. T., Khan, C. M., Robinson, J. V., Walliker, D., Ridley, R., Scaife, J. G., and 

McBride, J. S. 1991. Structural and antigenic polymorphism of the 35- to 48-kilodalton 

merozoite surface antigen (MSA-2) of the malaria parasite Plasmodium  falciparum. 

Molecular and Cellular Biology 11: 963-971. 

Ferlazzo, G., Thomas, D., Lin, S. L., Goodman, K., Morandi, B., Muller, W. A., Moretta, A., and 

Munz, C. 2004. The abundant NK cells in human secondary lymphoid tissues require 

activation to express killer cell Ig-like receptors and become cytolytic. Journal of 

Immunology 172: 1455-1462. 

Ferlazzo, G., Tsang, M. L., Moretta, L., Melioli, G., Steinman, R. M., and Munz, C. 2002. 

Human dendritic cells activate resting natural killer (NK) cells and are recognized via the 

NKp30 receptor by activated NK cells. Journal of Experimental Medicine 195: 343-351. 

Fernandez-Reyes, D., Craig, A. G., Kyes, S. A., Peshu, N., Snow, R. W., Berendt, A. R., Marsh, 

K., and Newbold, C. I. 1997. A high frequency African coding polymorphism in the N-



IB
ADAN U

NIV
ERSITY LI

BRARY

172 

 

terminal domain of ICAM-1 predisposing to cerebral malaria in Kenya. Human 

Molecular Genetics 6: 1357-1360. 

Ferrante, A., and Rzepczyk, C. M. 1997. Atypical IgG subclass antibody responses to 

Plasmodium  falciparum asexual stage antigens. Parasitology Today 13: 145-148. 

Ferreira, A., Marguti, I., Bechmann, I., Jeney, V., Chora, A., Palha, N. R., Rebelo, S., Henri, A., 

Beuzard, Y., and Soares, M. P. 2011. Sickle hemoglobin confers tolerance to 

Plasmodium  infection. Cell 145: 398-409. 

Ferreira, M. U., da Silva Nunes, M., and Wunderlich, G. 2004. Antigenic diversity and immune 

evasion by malaria parasites. Clinical and Diagnostic Laboratory Immunology 11: 987-

995. 

Ferreira, M. U., and Hartl, D. L. 2007. Plasmodium  falciparum: worldwide sequence diversity 

and evolution of the malaria vaccine candidate merozoite surface protein-2 (MSP-2). 

Experimental Parasitology 115: 32-40. 

Fiorentino, D. F., Bond, M. W., and Mosmann, T. R. 1989. Two types of mouse T helper cell. 

IV. Th2 clones secrete a factor that inhibits cytokine production by Th1 clones. Journal 

of Experimental Medicine 170: 2081-2095. 

Flint, J., Harding, R. M., Boyce, A. J., and Clegg, J. B. 1998. The population genetics of the 

haemoglobinopathies. Baillieres Clinical Haematology 11: 1-51. 

Flori, L., Delahaye, N. F., Iraqi, F. A., Hernandez-Valladares, M., Fumoux, F., and Rihet, P. 

2005. TNF as a malaria candidate gene: polymorphism-screening and family-based 

association analysis of mild malaria attack and parasitemia in Burkina Faso. Genes & 

Immunity 6: 472-480. 

Fluck, C., Schopflin, S., Smith, T., Genton, B., Alpers, M. P., Beck, H. P., and Felger, I. 2007. 

Effect of the malaria vaccine Combination B on merozoite surface antigen 2 diversity. 

Infection, Genetics and Evolution 7: 44-51. 

Fluck, C., Smith, T., Beck, H. P., Irion, A., Betuela, I., Alpers, M. P., Anders, R., Saul, A., 

Genton, B., and Felger, I. 2004. Strain-specific humoral response to a polymorphic 

malaria vaccine. Infection & Immunity 72: 6300-6305. 

FMOH 2008. Nigeria Strategic Plan 2009-2013. Federal Ministry of Health, Nigeria. 

http://nmcpnigeria.org/f/Nigeria%20Annex%201_National%20Malaria%20Control%20S

trategic%20Plan%202009-2013.pdf. Accessed 17 September, 2010. 

FMOH 2009. Federal Ministry of Health 2008 Annual Report. FMOH, Abuja., 

http://nmcpnigeria.org/f/2008%20ANNUAL%20REPORT.pdf?PHPSESSID=ce614320e

fa2385faa5b49f501ffa57b. Accessed 09 March, 2011. 

Frank, J. E. 2005. Diagnosis and management of G6PD deficiency. American Family Physician 

72: 1277-1282. 

Franks, S., Baton, L., Tetteh, K., Tongren, E., Dewin, D., Akanmori, B. D., Koram, K. A., 

Ranford-Cartwright, L., and Riley, E. M. 2003. Genetic diversity and antigenic 



IB
ADAN U

NIV
ERSITY LI

BRARY

173 

 

polymorphism in Plasmodium  falciparum: extensive serological cross-reactivity between 

allelic variants of merozoite surface protein 2. Infection & Immunity 71: 3485-3495. 

Franks, S., Koram, K. A., Wagner, G. E., Tetteh, K., McGuinness, D., Wheeler, J. G., Nkrumah, 

F., Ranford-Cartwright, L., and Riley, E. M. 2001. Frequent and persistent, asymptomatic 

Plasmodium  falciparum infections in African infants, characterized by multilocus 

genotyping. Journal of Infectious Diseases 183: 796-804. 

Frayling, T. M., Rafiq, S., Murray, A., Hurst, A. J., Weedon, M. N., Henley, W., Bandinelli, S., 

Corsi, A. M., Ferrucci, L., Guralnik, J. M., Wallace, R. B., and Melzer, D. 2007. An 

interleukin-18 polymorphism is associated with reduced serum concentrations and better 

physical functioning in older people. Journal of Gerontology, Biological Science and 

Medical Science 62: 73-78. 

Freitas do Rosario, A. P., Lamb, T., Spence, P., Stephens, R., Lang, A., Roers, A., Muller, W., 

O'Garra, A., and Langhorne, J. 2012. IL-27 promotes IL-10 production by effector Th1 

CD4+ T cells: a critical mechanism for protection from severe immunopathology during 

malaria infection. Journal of Immunology 188: 1178-1190. 

Freitas do Rosario, A. P., and Langhorne, J. 2012. T cell-derived IL-10 and its impact on the 

regulation of host responses during malaria. International Journal of Parasitology. Epub 

ahead of print. PMID: 22549022 

Frevert, U. 2004. Sneaking in through the back entrance: the biology of malaria liver stages. 

Trends in Parasitology 20: 417-424. 

Fried, M., Muga, R. O., Misore, A. O., and Duffy, P. E. 1998. Malaria elicits type 1 cytokines in 

the human placenta: IFN-gamma and TNF-alpha associated with pregnancy outcomes. 

Journal of Immunology 160: 2523-2530. 

Friedman, M. J. 1978. Erythrocytic mechanism of sickle cell resistance to malaria. Proceedings 

of the National Academy of Science U S A 75: 1994-1997. 

Frodsham, A. J., and Hill, A. V. 2004. Genetics of infectious diseases. Human Molecular 

Genetics 13: R187-194. 

Frucht, D. M., Fukao, T., Bogdan, C., Schindler, H., O'Shea, J. J., and Koyasu, S. 2001. IFN-

gamma production by antigen-presenting cells: mechanisms emerge. Trends in 

Immunology 22: 556-560. 

Gallup, J. L., and Sachs, J. D. 2001. The economic burden of malaria. American Journal of 

Tropical Medicine & Hygiene 64: 85-96. 

Ganczakowski, M., Town, M., Bowden, D. K., Vulliamy, T. J., Kaneko, A., Clegg, J. B., 

Weatherall, D. J., and Luzzatto, L. 1995. Multiple glucose 6-phosphate dehydrogenase-

deficient variants correlate with malaria endemicity in the Vanuatu archipelago 

(southwestern Pacific). American Journal of Human Genetics 56: 294-301. 

Garcia, L. S. 2010. Malaria. Clinics in Laboratory Medicine 30: 93-129. 



IB
ADAN U

NIV
ERSITY LI

BRARY

174 

 

Garcia, L. S., Sulzer, A. J., Healy, G. R., Grady, K. K., and Bruckner, D. A. 1995. Blood and 

Tissue Protozoa. In Manual of Clinical Microbilogy, 6th ed. American Society for 

Microbiology Press. pp1171-1195. 

Garnham, P. C. 1952. The life history of the malaria parasite. Lectures on Scientific Basis of 

Medicine 2: 323-333. 

Garnham, P. C. 1988. History of discoveries of malaria parasites and of their life cycles. History 

of Philosophy of the Life Sciences 10: 93-108. 

Gaur, D., and Chitnis, C. E. 2011. Molecular interactions and signaling mechanisms during 

erythrocyte invasion by malaria parasites. Current Opinion in Microbiology 14: 422-428. 

Gay, F., Zougbédé, S., N‟Dilimabaka, N., Rebollo, A., Mazier, D., and Moreno, A. 2012a. 

Cerebral malaria: What is known and what is on research. Revue Neurologique 168: 239–

256. 

Genton, B., Al-Yaman, F., Betuela, I., Anders, R. F., Saul, A., Baea, K., Mellombo, M., Taraika, 

J., Brown, G. V., Pye, D., Irving, D. O., Felger, I., Beck, H. P., Smith, T. A., and Alpers, 

M. P. 2003. Safety and immunogenicity of a three-component blood-stage malaria 

vaccine (MSP1, MSP2, RESA) against Plasmodium  falciparum in Papua New Guinean 

children. Vaccine 22: 30-41. 

Genton, B., Betuela, I., Felger, I., Al-Yaman, F., Anders, R. F., Saul, A., Rare, L., Baisor, M., 

Lorry, K., Brown, G. V., Pye, D., Irving, D. O., Smith, T. A., Beck, H. P., and Alpers, M. 

P. 2002. A recombinant blood-stage malaria vaccine reduces Plasmodium  falciparum 

density and exerts selective pressure on parasite populations in a phase 1-2b trial in Papua 

New Guinea. Journal of Infectious Diseases 185: 820-827. 

Gerdes, N., Sukhova, G. K., Libby, P., Reynolds, R. S., Young, J. L., and Schonbeck, U. 2002. 

Expression of interleukin (IL)-18 and functional IL-18 receptor on human vascular 

endothelial cells, smooth muscle cells, and macrophages: implications for atherogenesis. 

Journal of Experimental Medicine 195: 245-257. 

Ghanchi, N. K., Martensson, A., Ursing, J., Jafri, S., Bereczky, S., Hussain, R., and Beg, M. A. 

2010. Genetic diversity among Plasmodium  falciparum field isolates in Pakistan 

measured with PCR genotyping of the merozoite surface protein 1 and 2. Malaria 

Journal 9: 1. 

Ghayur, T., Banerjee, S., Hugunin, M., Butler, D., Herzog, L., Carter, A., Quintal, L., Sekut, L., 

Talanian, R., Paskind, M., Wong, W., Kamen, R., Tracey, D., and Allen, H. 1997. 

Caspase-1 processes IFN-gamma-inducing factor and regulates LPS-induced IFN-gamma 

production. Nature 386: 619-623. 

Giedraitis, V., He, B., Huang, W. X., and Hillert, J. 2001. Cloning and mutation analysis of the 

human IL-18 promoter: a possible role of polymorphisms in expression regulation. 

Journal of Neuroimmunology 112: 146-152. 

Giha, H. A., Rosthoj, S., Dodoo, D., Hviid, L., Satti, G. M., Scheike, T., Arnot, D. E., and 

Theander, T. G. 2000. The epidemiology of febrile malaria episodes in an area of 



IB
ADAN U

NIV
ERSITY LI

BRARY

175 

 

unstable and seasonal transmission. Transactions of the Royal Society of Tropical 

Medicine & Hygiene 94: 645-651. 

Gilbert, S. C., Plebanski, M., Gupta, S., Morris, J., Cox, M., Aidoo, M., Kwiatkowski, D., 

Greenwood, B. M., Whittle, H. C., and Hill, A. V. 1998. Association of malaria parasite 

population structure, HLA, and immunological antagonism. Science 279: 1173-1177. 

Gilles, H. M. 1993. Epidemiology of malaria. In: Bruce-Chwatts' Essential Malariology, 3rd 

edition. Gilles, H.M. and Warrell, D.A. (editors). Edward Arnold, London. pp124-163. 

Gillespie, S. H., and Pearson, R. D. 2001. Principles and Practice of Clinical Parasitology. John 

Wiley & Sons Ltd., New York, U.S.A. 

Giribaldi, G., Ulliers, D., Mannu, F., Arese, P., and Turrini, F. 2001. Growth of Plasmodium  

falciparum induces stage-dependent haemichrome formation, oxidative aggregation of 

band 3, membrane deposition of complement and antibodies, and phagocytosis of 

parasitized erythrocytes. British Journal of Haematology 113: 492-499. 

Goka, B. Q., Kwarko, H., Kurtzhals, J. A., Gyan, B., Ofori-Adjei, E., Ohene, S. A., Hviid, L., 

Akanmori, B. D., and Neequaye, J. 2001. Complement binding to erythrocytes is 

associated with macrophage activation and reduced haemoglobin in Plasmodium  

falciparum malaria. Transactions of the Royal Society of Tropical Medicine & Hygiene 

95: 545-549. 

Gong, L., Maiteki-Sebuguzi, C., Rosenthal, P. J., Hubbard, A. E., Drakeley, C. J., Dorsey, G., 

and Greenhouse, B. 2012. Evidence for both innate and acquired mechanisms of 

protection from Plasmodium  falciparum in children with sickle cell trait. Blood 119: 

3808-3814. 

Good, M. F., Stanisic, D., Xu, H., Elliott, S., and Wykes, M. 2004. The immunological challenge 

to developing a vaccine to the blood stages of malaria parasites. Immunological Reviews 

201: 254-267. 

Gracie, J. A., Koyama, N., Murdoch, J., Field, M., McGarry, F., Crilly, A., Schobel, A., Madhok, 

R., Pons-Kuhnemann, J., McInnes, I. B., and Moller, B. 2005. Disease association of two 

distinct interleukin-18 promoter polymorphisms in Caucasian rheumatoid arthritis 

patients. Genes & Immunity 6: 211-216. 

Gracie, J. A., Robertson, S. E., and McInnes, I. B. 2003. Interleukin-18. Journal of Leukocyte 

Biology 73: 213-224. 

Granja, A. C., Machungo, F., Gomes, A., Bergstrom, S., and Brabin, B. 1998. Malaria-related 

maternal mortality in urban Mozambique. Annals of Tropical Medicine & Parasitology 

92: 257-263. 

Grau, G. E., and Craig, A. G. 2012. Cerebral malaria pathogenesis: revisiting parasite and host 

contributions. Future Microbiol 7: 291-302. 

Grau, G. E., Fajardo, L. F., Piguet, P. F., Allet, B., Lambert, P. H., and Vassalli, P. 1987. Tumor 

necrosis factor (cachectin) as an essential mediator in murine cerebral malaria. Science 

237: 1210-1212. 



IB
ADAN U

NIV
ERSITY LI

BRARY

176 

 

Grau, G. E., Lambert, P. H., Vassalli, P., and Piguet, P. F. 1989. [Tumor necrosis factor (TNF) 

and pathology; its relationships with other cytokines]. Schweiz Medizin Wochenschr 119: 

1756-1761. 

Grech, K., Watt, K., and Read, A. F. 2006. Host-parasite interactions for virulence and resistance 

in a malaria model system. Journal of Evolutionary Biology 19: 1620-1630. 

Green, T. J., Morhardt, M., Brackett, R. G., and Jacobs, R. L. 1981. Serum inhibition of 

merozoite dispersal from Plasmodium  falciparum schizonts: indicator of immune status. 

Infection & Immunity 31: 1203-1208. 

Greenwood, B. M., Bradley, A. K., Greenwood, A. M., Byass, P., Jammeh, K., Marsh, K., 

Tulloch, S., Oldfield, F. S., and Hayes, R. 1987. Mortality and morbidity from malaria 

among children in a rural area of The Gambia, West Africa. Transactions of the Royal 

Society of Tropical Medicine & Hygiene 81: 478-486. 

Griffith, F. L. 1893. Some Notes on the Ebers Papyrus. British Medical Journal 2: 477-478. 

Griffiths, M. J., Ndungu, F., Baird, K. L., Muller, D. P., Marsh, K., and Newton, C. R. 2001. 

Oxidative stress and erythrocyte damage in Kenyan children with severe Plasmodium  

falciparum malaria. British Journal of Haematology 113: 486-491. 

Guerra, C. A., Gikandi, P. W., Tatem, A. J., Noor, A. M., Smith, D. L., Hay, S. I., and Snow, R. 

W. 2008. The limits and intensity of Plasmodium  falciparum transmission: implications 

for malaria control and elimination worldwide. PLoS Medicine 5: e38. 

Guevara Patino, J. A., Holder, A. A., McBride, J. S., and Blackman, M. J. 1997. Antibodies that 

inhibit malaria merozoite surface protein-1 processing and erythrocyte invasion are 

blocked by naturally acquired human antibodies. Journal of Experimental Medicine 186: 

1689-1699. 

Gupta, S., Hill, A. V., Kwiatkowski, D., Greenwood, A. M., Greenwood, B. M., and Day, K. P. 

1994. Parasite virulence and disease patterns in Plasmodium  falciparum malaria. 

Proceedings of the National Academy of Science U S A 91: 3715-3719. 

Gyan, B., Troye-Blomberg, M., Perlmann, P., and Bjorkman, A. 1994. Human monocytes 

cultured with and without interferon-gamma inhibit Plasmodium  falciparum parasite 

growth in vitro via secretion of reactive nitrogen intermediates. Parasite Immunology 16: 

371-375. 

Halawani, A., and Shawarby, A. A. 1957. Malaria in Egypt; history, epidemiology, control and 

treatment. Journal of Egyptian Medical Association 40: 753-792. 

Haldane, J. B. 1949. Suggestions as to quantitative measurement of rates of evolution. Evolution 

3: 51-56. 

Haldar, K., Murphy, S. C., Milner, D. A., and Taylor, T. E. 2007. Malaria: mechanisms of 

erythrocytic infection and pathological correlates of severe disease. Annual Review of 

Pathology 2: 217-249. 



IB
ADAN U

NIV
ERSITY LI

BRARY

177 

 

Hall, A. 2011. Conference Scene: T-cell subset phenotype and function. Immunotherapy 3: 719-

721. 

Hallmann-Mikolajczak, A. 2004. [Ebers Papyrus. The book of medical knowledge of the 16th 

century B.C. Egyptians]. Archive der History Filoz Medizin 67: 5-14. 

Hamel, M. J., Odhacha, A., Roberts, J. M., and Deming, M. S. 2001. Malaria control in 

Bungoma District, Kenya: a survey of home treatment of children with fever, bednet use 

and attendance at antenatal clinics. Bulletin of the World Health Organization 79: 1014-

1023. 

Hansen, D. S., Siomos, M. A., Buckingham, L., Scalzo, A. A., and Schofield, L. 2003. 

Regulation of murine cerebral malaria pathogenesis by CD1d-restricted NKT cells and 

the natural killer complex. Immunity 18: 391-402. 

Happi, C. T., Gbotosho, G. O., Sowunmi, A., Falade, C. O., Akinboye, D. O., Gerena, L., Kyle, 

D. E., Milhous, W., Wirth, D. F., and Oduola, A. M. 2004. Molecular analysis of 

Plasmodium  falciparum recrudescent malaria infections in children treated with 

chloroquine in Nigeria. American Journal of Tropical Medicine & Hygiene 70: 20-26. 

Harris, D. P., Goodrich, S., Gerth, A. J., Peng, S. L., and Lund, F. E. 2005. Regulation of IFN-

gamma production by B effector 1 cells: essential roles for T-bet and the IFN-gamma 

receptor. Journal of Immunology 174: 6781-6790. 

Haus-Seuffert, P., and Meisterernst, M. 2000. Mechanisms of transcriptional activation of 

cAMP-responsive element-binding protein CREB. Molecular and Cellular Biochemistry 

212: 5-9. 

Hay, S. I., Guerra, C. A., Tatem, A. J., Noor, A. M., and Snow, R. W. 2004. The global 

distribution and population at risk of malaria: past, present, and future. Lancet Infectious 

Diseases 4: 327-336. 

Haywood, M., Conway, D. J., Weiss, H., Metzger, W., D'Alessandro, U., Snounou, G., Targett, 

G., and Greenwood, B. 1999. Reduction in the mean number of Plasmodium  falciparum 

genotypes in Gambian children immunized with the malaria vaccine SPf66. Transactions 

of the Royal Society of Tropical Medicine & Hygiene 93 : S65-68. 

Hedrick, P. W. 2011. Population genetics of malaria resistance in humans. Heredity 107, 283-

304. 

Hensmann, M., and Kwiatkowski, D. 2001. Cellular basis of early cytokine response to 

Plasmodium  falciparum. Infection & Immunity 69; 2364-2371. 

Hideshima, T., Podar, K., Chauhan, D., and Anderson, K. C. 2005. Cytokines and signal 

transduction. Best Practices in Research in Clinical Haematology 18: 509-524. 

Higa, S., Hirano, T., Mayumi, M., Hiraoka, M., Ohshima, Y., Nambu, M., Yamaguchi, E., 

Hizawa, N., Kondo, N., Matsui, E., Katada, Y., Miyatake, A., Kawase, I., and Tanaka, T. 

2003. Association between interleukin-18 gene polymorphism 105A/C and asthma. 

Clinical & Experimantal Allergy 33: 1097-1102. 



IB
ADAN U

NIV
ERSITY LI

BRARY

178 

 

Hill, A. V. 1996. Genetic susceptibility to malaria and other infectious diseases: from the MHC 

to the whole genome. Parasitology 112: S75-84. 

Hill, A. V. 1999. The immunogenetics of resistance to malaria. Proceedings of the Association of 

American Physicians 111: 272-277. 

Hill, A. V. 2011. Vaccines against malaria. Philosophical Transactions of the Royal Society of 

London B: Biological Sciences 366: 2806-2814. 

Hill, A. V., Allsopp, C. E., Kwiatkowski, D., Anstey, N. M., Twumasi, P., Rowe, P. A., Bennett, 

S., Brewster, D., McMichael, A. J., and Greenwood, B. M. 1991. Common west African 

HLA antigens are associated with protection from severe malaria. Nature 352: 595-600. 

Hill, A. V., Elvin, J., Willis, A. C., Aidoo, M., Allsopp, C. E., Gotch, F. M., Gao, X. M., 

Takiguchi, M., Greenwood, B. M., Townsend, A. R., and et al. 1992. Molecular analysis 

of the association of HLA-B53 and resistance to severe malaria. Nature 360: 434-439. 

Hill, N., and Sarvetnick, N. 2002. Cytokines: promoters and dampeners of autoimmunity. 

Current Opinion in Immunology 14: 791-797. 

Ho, M., Schollaardt, T., Snape, S., Looareesuwan, S., Suntharasamai, P., and White, N. J. 1998. 

Endogenous interleukin-10 modulates proinflammatory response in Plasmodium  

falciparum malaria. Journal of Infectious Diseases 178: 520-525. 

Ho, M., Sexton, M. M., Tongtawe, P., Looareesuwan, S., Suntharasamai, P., and Webster, H. K. 

1995. Interleukin-10 inhibits tumor necrosis factor production but not antigen-specific 

lymphoproliferation in acute Plasmodium  falciparum malaria. Journal of Infectious 

Diseases 172: 838-844. 

Hobbs, M. R., Udhayakumar, V., Levesque, M. C., Booth, J., Roberts, J. M., Tkachuk, A. N., 

Pole, A., Coon, H., Kariuki, S., Nahlen, B. L., Mwaikambo, E. D., Lal, A. L., Granger, D. 

L., Anstey, N. M., and Weinberg, J. B. 2002. A new NOS2 promoter polymorphism 

associated with increased nitric oxide production and protection from severe malaria in 

Tanzanian and Kenyan children. Lancet 360: 1468-1475. 

Hoffmann, E. H., Malafronte, R. S., Moraes-Avila, S. L., Osakabe, A. L., Wunderlich, G., 

Durham, A. M., Ribolla, P. E., del Portillo, H. A., and Ferreira, M. U. 2006. Origins of 

sequence diversity in the malaria vaccine candidate merozoite surface protein-2 (MSP-2) 

in Amazonian isolates of Plasmodium  falciparum. Gene 376: 224-230. 

Holder, A. A., Blackman, M. J., Burghaus, P. A., Chappel, J. A., Ling, I. T., McCallum-

Deighton, N., and Shai, S. 1992. A malaria merozoite surface protein (MSP1)-structure, 

processing and function. Memorias do Instituto Oswaldo Cruz 87: S37-42. 

Hollegaard, M. V., and Bidwell, J. L. 2006. Cytokine gene polymorphism in human disease: on-

line databases, Supplement 3. Genes & Immunity 7: 269-276. 

Horowitz, A., Newman, K. C., Evans, J. H., Korbel, D. S., Davis, D. M., and Riley, E. M. 2010. 

Cross-talk between T cells and NK cells generates rapid effector responses to 

Plasmodium  falciparum-infected erythrocytes. Journal of Immunology 184: 6043-6052. 



IB
ADAN U

NIV
ERSITY LI

BRARY

179 

 

Hoshino, K., Tsutsui, H., Kawai, T., Takeda, K., Nakanishi, K., Takeda, Y., and Akira, S. 1999. 

Cutting edge: generation of IL-18 receptor-deficient mice: evidence for IL-1 receptor-

related protein as an essential IL-18 binding receptor. Journal of Immunology 162: 5041-

5044. 

Hue, N. T., Charlieu, J. P., Chau, T. T., Day, N., Farrar, J. J., Hien, T. T., and Dunstan, S. J. 

2009. Glucose-6-phosphate dehydrogenase (G6PD) mutations and haemoglobinuria 

syndrome in the Vietnamese population. Malaria Journal 8: 152. 

Hughes, A. L. 1992. Positive selection and interallelic recombination at the merozoite surface 

antigen-1 (MSA-1) locus of Plasmodium  falciparum. Molecular Biology and Evolution 

9: 381-393. 

Hulin-Curtis, S. L., Bidwell, J. L., and Perry, M. J. 2011. Evaluation of IL18 and IL18R1 

polymorphisms: genetic susceptibility to knee osteoarthritis. International Journal of 

Immunogenetics 39: 106-109. 

Hussain, M. M., Sohail, M., Kumar, R., Branch, O. H., Adak, T., and Raziuddin, M. 2011. 

Genetic diversity in merozoite surface protein-1 and 2 among Plasmodium  falciparum 

isolates from malarious districts of tribal dominant state of Jharkhand, India. Annals of 

Tropical Medicine & Parasitology 105: 579-592. 

Hviid, L., Theander, T. G., Abdulhadi, N. H., Abu-Zeid, Y. A., Bayoumi, R. A., and Jensen, J. B. 

1991a. Transient depletion of T cells with high LFA-1 expression from peripheral 

circulation during acute Plasmodium  falciparum malaria. European Journal of 

Immunology 21: 1249-1253. 

Hviid, L., Theander, T. G., Abu-Zeid, Y. A., Abdulhadi, N. H., Jakobsen, P. H., Saeed, B. O., 

Jepsen, S., Bayoumi, R. A., and Jensen, J. B. 1991b. Loss of cellular immune reactivity 

during acute Plasmodium  falciparum malaria. FEMS Microbiology and Immunology 3: 

219-227. 

Hviid, L., Theander, T. G., Jakobsen, P. H., Abu-Zeid, Y. A., Abdulhadi, N. H., Saeed, B. O., 

Jepsen, S., Bayoumi, R. A., Bendtzen, K., and Jensen, J. B. 1990. Cell-mediated immune 

responses to soluble Plasmodium  falciparum antigens in residents from an area of 

unstable malaria transmission in the Sudan. Apmis 98: 594-604. 

Ihle, J. N. 1996. Janus kinases in cytokine signalling. Philosophical Transactions of the Royal 

Society of London B: Biological Sciences 351: 159-166. 

Israelsson, E., Maiga, B., Kearsley, S., Dolo, A., Homann, M. V., Doumbo, O. K., Troye-

Blomberg, M., Tornvall, P., and Berzins, K. 2011. Cytokine gene haplotypes with a 

potential effect on susceptibility to malaria in sympatric ethnic groups in Mali. Infection, 

Genetics and Evolution 11: 1608-1615. 

Issifou, S., Ndjikou, S., Sanni, A., Lekoulou, F., and Ntoumi, F. 2001. No influence of the 

transmission season on genetic diversity and complexity of infections in Plasmodium  

falciparum isolates from Benin. African Journal of Medicine & Medical Science 30 

Suppl: 17-20. 



IB
ADAN U

NIV
ERSITY LI

BRARY

180 

 

Issifou, S., Rogier, C., Adjagba-Olakpo, M., Chabi-Worou, N., and Ntoumi, F. 2003. Complexity 

and genetic diversity of Plasmodium  falciparum infections in young children living in 

urban areas of Central and West Africa. Parasitology Research 90: 423-428. 

Jason, J., Archibald, L. K., Nwanyanwu, O. C., Bell, M., Jensen, R. J., Gunter, E., Buchanan, I., 

Larned, J., Kazembe, P. N., Dobbie, H., and Jarvis, W. R. 2001. The effects of iron 

deficiency on lymphocyte cytokine production and activation: preservation of hepatic 

iron but not at all cost. Clinical & Experimental Immunology 126: 466-473. 

Jenkins, N. E., Mwangi, T. W., Kortok, M., Marsh, K., Craig, A. G., and Williams, T. N. 2005. 

A polymorphism of intercellular adhesion molecule-1 is associated with a reduced 

incidence of nonmalarial febrile illness in Kenyan children. Clinical Infectious Diseases 

41: 1817-1819. 

Jepson, A., Sisay-Joof, F., Banya, W., Hassan-King, M., Frodsham, A., Bennett, S., Hill, A. V., 

and Whittle, H. 1997. Genetic linkage of mild malaria to the major histocompatibility 

complex in Gambian children: study of affected sibling pairs. British Medical Journal 

315: 96-97. 

John, C. C., O'Donnell, R. A., Sumba, P. O., Moormann, A. M., de Koning-Ward, T. F., King, C. 

L., Kazura, J. W., and Crabb, B. S. 2004. Evidence that invasion-inhibitory antibodies 

specific for the 19-kDa fragment of merozoite surface protein-1 (MSP-1 19) can play a 

protective role against blood-stage Plasmodium  falciparum infection in individuals in a 

malaria endemic area of Africa. Journal of Immunology 173: 666-672. 

Kadowaki, N., Antonenko, S., and Liu, Y. J. 2001. Distinct CpG DNA and polyinosinic-

polycytidylic acid double-stranded RNA, respectively, stimulate CD11c- type 2 dendritic 

cell precursors and CD11c+ dendritic cells to produce type I IFN. Journal of Immunology 

166: 2291-2295. 

Kang, J. M., Moon, S. U., Kim, J. Y., Cho, S. H., Lin, K., Sohn, W. M., Kim, T. S., and Na, B. 

K. 2010. Genetic polymorphism of merozoite surface protein-1 and merozoite surface 

protein-2 in Plasmodium  falciparum field isolates from Myanmar. Malaria Journal 9: 

131. 

Kanunfre, K. A., Leoratti, F. M., Hoffmann, E. H., Durlacher, R. R., Ferreira, A. W., Moraes-

Avila, S. L., and Ferreira, M. U. 2003. Differential recognition of Plasmodium  

falciparum merozoite surface protein 2 variants by antibodies from malaria patients in 

Brazil. Clinical and Diagnostic Laboratory Immunology 10, 973-976. 

Karp, G. C. 2010. Immunity. In: Cell Biology, 6th edition. John Wiley & Sons, Inc., Singapore. 

pp682-714. 

Kato, Z., Jee, J., Shikano, H., Mishima, M., Ohki, I., Ohnishi, H., Li, A., Hashimoto, K., 

Matsukuma, E., Omoya, K., Yamamoto, Y., Yoneda, T., Hara, T., Kondo, N., and 

Shirakawa, M. 2003. The structure and binding mode of interleukin-18. Nature Structural 

Biology 10: 966-971. 



IB
ADAN U

NIV
ERSITY LI

BRARY

181 

 

Kern, P., Hemmer, C. J., Van Damme, J., Gruss, H. J., and Dietrich, M. 1989. Elevated tumor 

necrosis factor alpha and interleukin-6 serum levels as markers for complicated 

Plasmodium  falciparum malaria. American Journal of Medicine 87: 139-143. 

Khaled, A. R., and Durum, S. K. 2002. The role of cytokines in lymphocyte homeostasis. 

Biotechniques 42: 40-45. 

Khalili-Azad, T., Razmkhah, M., Ghiam, A. F., Doroudchi, M., Talei, A. R., Mojtahedi, Z., and 

Ghaderi, A. 2009. Association of interleukin-18 gene promoter polymorphisms with 

breast cancer. Neoplasma 56: 22-25. 

Khosravi, A., Hommel, M., and Sayemiri, K. 2011. Age-dependent antibody response to 

Plasmodium  falciparum merozoite surface protein 2 (MSP-2). Parasite Immunology 33: 

145-157. 

Kiefer, C. R., and Snyder, L. M. 2000. Oxidation and erythrocyte senescence. Current Opinion 

in Hematology 7: 113-116. 

Kimura, D., Miyakoda, M., Honma, K., Shibata, Y., Yuda, M., Chinzei, Y., and Yui, K. 2010. 

Production of IFN-gamma by CD4(+) T cells in response to malaria antigens is IL-2 

dependent. Int Immunol 22: 941-952. 

Kiszewski, A. E., and Teklehaimanot, A. 2004. A review of the clinical and epidemiologic 

burdens of epidemic malaria. American Journal of Tropical Medicine & Hygiene 71: 

128-135. 

Kitua, A. Y., Urassa, H., Wechsler, M., Smith, T., Vounatsou, P., Weiss, N. A., Alonso, P. L., 

and Tanner, M. 1999. Antibodies against Plasmodium  falciparum vaccine candidates in 

infants in an area of intense and perennial transmission: relationships with clinical 

malaria and with entomological inoculation rates. Parasite Immunology 21: 307-317. 

Knight, J. C. 2005. Regulatory polymorphisms underlying complex disease traits. Journal of 

Molecular Medicine  83: 97-109. 

Knight, J. C., and Kwiatkowski, D. 1999. Inherited variability of tumor necrosis factor 

production and susceptibility to infectious disease. Proceedings of the Association of 

American Physicians 111: 290-298. 

Knight, J. C., Udalova, I., Hill, A. V., Greenwood, B. M., Peshu, N., Marsh, K., and 

Kwiatkowski, D. 1999. A polymorphism that affects OCT-1 binding to the TNF promoter 

region is associated with severe malaria. Nature Genetics 22: 145-150. 

Kobayashi, F., Ishida, H., Matsui, T., and Tsuji, M. 2000. Effects of in vivo administration of 

anti-IL-10 or anti-IFN-gamma monoclonal antibody on the host defense mechanism 

against Plasmodium  yoelii infection. Journal of Veterinary and Medical Sciences 62: 

583-587. 

Kobayashi, K., Ohye, T., Pastan, I., and Nagatsu, T. 1996. A novel strategy for the negative 

selection in mouse embryonic stem cells operated with immunotoxin-mediated cell 

targeting. Nucleic Acids Research 24: 3653-3655. 



IB
ADAN U

NIV
ERSITY LI

BRARY

182 

 

Koch, O., Rockett, K., Jallow, M., Pinder, M., Sisay-Joof, F., and Kwiatkowski, D. 2005. 

Investigation of malaria susceptibility determinants in the IFNG/IL26/IL22 genomic 

region. Genes & Immunity 6: 312-318. 

Koella, J. C., and Boete, C. 2003. A model for the coevolution of immunity and immune evasion 

in vector-borne diseases with implications for the epidemiology of malaria. Nature 161: 

698-707. 

Kohno, K., Kataoka, J., Ohtsuki, T., Suemoto, Y., Okamoto, I., Usui, M., Ikeda, M., and 

Kurimoto, M. 1997. IFN-gamma-inducing factor (IGIF) is a costimulatory factor on the 

activation of Th1 but not Th2 cells and exerts its effect independently of IL-12. Journal 

of Immunology 158: 1541-1550. 

Kojima, S., Nagamine, Y., Hayano, M., Looareesuwan, S., and Nakanishi, K. 2004. A potential 

role of interleukin 18 in severe falciparum malaria. Acta Tropica 89: 279-284. 

Komba, A. N., Makani, J., Sadarangani, M., Ajala-Agbo, T., Berkley, J. A., Newton, C. R., 

Marsh, K., and Williams, T. N. 2009. Malaria as a cause of morbidity and mortality in 

children with homozygous sickle cell disease on the coast of Kenya. Clinical Infectious 

Diseases 49: 216-222. 

Konate, L., Zwetyenga, J., Rogier, C., Bischoff, E., Fontenille, D., Tall, A., Spiegel, A., Trape, J. 

F., and Mercereau-Puijalon, O. 1999. Variation of Plasmodium  falciparum msp1 block 2 

and msp2 allele prevalence and of infection complexity in two neighbouring Senegalese 

villages with different transmission conditions. Transactions of the Royal Society of 

Tropical Medicine & Hygiene 93: S21-28. 

Korbel, D. S., Finney, O. C., and Riley, E. M. 2004. Natural killer cells and innate immunity to 

protozoan pathogens. International Journal of Parasitology 34: 1517-1528. 

Kossodo, S., Monso, C., Juillard, P., Velu, T., Goldman, M., and Grau, G. E. 1997. Interleukin-

10 modulates susceptibility in experimental cerebral malaria. Immunology 91: 536-540. 

Koukouikila-Koussounda, F., Malonga, V., Mayengue, P. I., Ndounga, M., Vouvoungui, C. J., 

and Ntoumi, F. 2012. Genetic polymorphism of merozoite surface protein 2 and 

prevalence of K76T pfcrt mutation in Plasmodium  falciparum field isolates from 

Congolese children with asymptomatic infections. Malaria Journal 11: 105. 

Kremsner, P. G., Winkler, S., Wildling, E., Prada, J., Bienzle, U., Graninger, W., and Nussler, A. 

K. 1996. High plasma levels of nitrogen oxides are associated with severe disease and 

correlate with rapid parasitological and clinical cure in Plasmodium  falciparum malaria. 

Transactions of the Royal Society of Tropical Medicine & Hygiene 90: 44-47. 

Krishna, S., Waller, D. W., ter Kuile, F., Kwiatkowski, D., Crawley, J., Craddock, C. F., Nosten, 

F., Chapman, D., Brewster, D., Holloway and P. A. 1994. Lactic acidosis and 

hypoglycaemia in children with severe malaria: pathophysiological and prognostic 

significance. Transactions of the Royal Society of Tropical Medicine & Hygiene 88: 67-

73. 



IB
ADAN U

NIV
ERSITY LI

BRARY

183 

 

Kruse, S., Kuehr, J., Moseler, M., Kopp, M. V., Kurz, T., Deichmann, K. A., Foster, P. S., and 

Mattes, J. 2003. Polymorphisms in the IL 18 gene are associated with specific 

sensitization to common allergens and allergic rhinitis. Journal of Allergy & Clinical 

Immunology 111: 117-122. 

Kumaratilake, L. M., Ferrante, A., Jaeger, T., and Morris-Jones, S. D. 1997. The role of 

complement, antibody, and tumor necrosis factor alpha in the killing of Plasmodium  

falciparum by the monocytic cell line THP-1. Infection & Immunity 65: 5342-5345. 

Kun, J. F., Mordmuller, B., Lell, B., Lehman, L. G., Luckner, D., and Kremsner, P. G. 1998. 

Polymorphism in promoter region of inducible nitric oxide synthase gene and protection 

against malaria. Lancet 351: 265-266. 

Kun, J. F., Mordmuller, B., Perkins, D. J., May, J., Mercereau-Puijalon, O., Alpers, M., 

Weinberg, J. B., and Kremsner, P. G. 2001. Nitric oxide synthase 2(Lambarene) (G-

954C), increased nitric oxide production, and protection against malaria. Journal of 

Infectious Diseases 184: 330-336. 

Kurtzhals, J. A., Adabayeri, V., Goka, B. Q., Akanmori, B. D., Oliver-Commey, J. O., Nkrumah, 

F. K., Behr, C., and Hviid, L. 1998. Low plasma concentrations of interleukin 10 in 

severe malarial anaemia compared with cerebral and uncomplicated malaria. Lancet 351: 

1768-1772. 

Kwiatkowski, D. 1990. Tumour necrosis factor, fever and fatality in falciparum malaria. 

Immunology Letters 25: 213-216. 

Kwiatkowski, D. 2000. Genetic susceptibility to malaria getting complex. Current Opinion in 

Genetics and Development 10: 320-324. 

Kwiatkowski, D., Hill, A. V., Sambou, I., Twumasi, P., Castracane, J., Manogue, K. R., Cerami, 

A., Brewster, D. R., and Greenwood, B. M. 1990. TNF concentration in fatal cerebral, 

non-fatal cerebral, and uncomplicated Plasmodium  falciparum malaria. Lancet 336: 

1201-1204. 

Kwiatkowski, D. P. 2005. How malaria has affected the human genome and what human 

genetics can teach us about malaria. American Journal of Human Genetics 77: 171-192. 

Kwiatkowski, D. P., and Luoni, G. 2006. Host genetic factors in resistance and susceptibility to 

malaria. Parassitologia 48: 450-467. 

Kyes, S., Horrocks, P., and Newbold, C. 2001. Antigenic variation at the infected red cell surface 

in malaria. Annual Review Microbiology 55: 673-707. 

Langhorne, J., Cross, C., Seixas, E., Li, C., and von der Weid, T. 1998. A role for B cells in the 

development of T cell helper function in a malaria infection in mice. Proceedings of the 

National Academy of Science U S A 95: 1730-1734. 

Lanier, L. L., Phillips, J. H., Hackett, J., Jr., Tutt, M., and Kumar, V. 1986. Natural killer cells: 

definition of a cell type rather than a function. Journal of Immunology 137: 2735-2739. 



IB
ADAN U

NIV
ERSITY LI

BRARY

184 

 

Lapoumeroulie, C., Dunda, O., Ducrocq, R., Trabuchet, G., Mony-Lobe, M., Bodo, J. M., 

Carnevale, P., Labie, D., Elion, J., and Krishnamoorthy, R. 1992. A novel sickle cell 

mutation of yet another origin in Africa: the Cameroon type. Hum Genet 89,: 333-337. 

Lederberg, J. and Haldane J. B. S. 1949. On infectious disease and evolution. Genetics 153: 1-3. 

Lee, Y. J., Kang, S. W., Park, J. J., Bae, Y. D., Lee, E. Y., Lee, E. B., and Song, Y. W. 2006. 

Interleukin-18 promoter polymorphisms in patients with Behcet's disease. Human 

Immunology 67: 812-818. 

Leoratti, F. M., Durlacher, R. R., Lacerda, M. V., Alecrim, M. G., Ferreira, A. W., Sanchez, M. 

C., and Moraes, S. L. 2008. Pattern of humoral immune response to Plasmodium  

falciparum blood stages in individuals presenting different clinical expressions of 

malaria. Malaria Journal 7: 186. 

Lesi, F. E., Mukhtar, M. Y., Iroha, E. U., and Egri-Okwaji, M. T. 2010. Clinical presentation of 

congenital malaria at the Lagos University Teaching Hospital. Nigerian Journal of 

Clinical Practica 13: 134-138. 

Leung, B. P., Culshaw, S., Gracie, J. A., Hunter, D., Canetti, C. A., Campbell, C., Cunha, F., 

Liew, F. Y., and McInnes, I. B. 2001. A role for IL-18 in neutrophil activation. Journal of 

Immunology 167: 2879-2886. 

Levesque, M. C., Hobbs, M. R., O'Loughlin, C. W., Chancellor, J. A., Chen, Y., Tkachuk, A. N., 

Booth, J., Patch, K. B., Allgood, S., Pole, A. R., Fernandez, C. A., Mwaikambo, E. D., 

Mutabingwa, T. K., Fried, M., Sorensen, B., Duffy, P. E., Granger, D. L., Anstey, N. M., 

and Weinberg, J. B. 2010. Malaria severity and human nitric oxide synthase type 2 

(NOS2) promoter haplotypes. Human Genetics 127: 163-182. 

Levine, N. D., Corliss, J. O., Cox, F. E., Deroux, G., Grain, J., Honigberg, B. M., Leedale, G. F., 

Loeblich, A. R., 3rd, Lom, J., Lynn, D., Merinfeld, E. G., Page, F. C., Poljansky, G., 

Sprague, V., Vavra, J., and Wallace, F. G. 1980. A newly revised classification of the 

protozoa. Journal of Protozoology 27: 37-58. 

Li, C., Corraliza, I., and Langhorne, J. 1999. A defect in interleukin-10 leads to enhanced 

malarial disease in Plasmodium  chabaudi chabaudi infection in mice. Infection & 

Immunity 67: 4435-4442. 

Li, Q., Ruan, Z., Zhang, H., Peng, N., Zhao, S., Qin, L., and Chen, X. 2012. Characterization of 

peripheral blood T lymphocyte subsets in Chinese rhesus macaques with repeated or 

long-term infection with Plasmodium  cynomolgi. Parasitology Research 110: 961-969. 

Lin, Y. J., Wan, L., Lee, C. C., Huang, C. M., Tsai, Y., Tsai, C. H., Shin, T. L., Chao, K., Liu, C. 

M., Xiao, J. W., and Tsai, F. J. 2007. Disease association of the interleukin-18 promoter 

polymorphisms in Taiwan Chinese systemic lupus erythematosus patients. Genes & 

Immunity 8: 302-307. 

Liu, B., Novick, D., Kim, S. H., and Rubinstein, M. 2000. Production of a biologically active 

human interleukin 18 requires its prior synthesis as PRO-IL-18. Cytokine 12: 1519-1525. 



IB
ADAN U

NIV
ERSITY LI

BRARY

185 

 

Looareesuwan, S., Sjostrom, L., Krudsood, S., Wilairatana, P., Porter, R. S., Hills, F., and 

Warrell, D. A. 1999. Polyclonal anti-tumor necrosis factor-alpha Fab used as an ancillary 

treatment for severe malaria. American Journal of Tropical Medicine & Hygiene 61: 26-

33. 

Lopez, C., Saravia, C., Gomez, A., Hoebeke, J., and Patarroyo, M. A. 2010. Mechanisms of 

genetically-based resistance to malaria. Gene 467: 1-12. 

Lotito, A. P., Campa, A., Silva, C. A., Kiss, M. H., and Mello, S. B. 2007. Interleukin 18 as a 

Marker of Disease Activity and Severity in Patients with Juvenile Idiopathic Arthritis. 

Journal of Rheumatology 34: 823-830. 

Luty, A. J., Lell, B., Schmidt-Ott, R., Lehman, L. G., Luckner, D., Greve, B., Matousek, P., 

Herbich, K., Schmid, D., Migot-Nabias, F., Deloron, P., Nussenzweig, R. S., and 

Kremsner, P. G. 1999. Interferon-gamma responses are associated with resistance to 

reinfection with Plasmodium  falciparum in young African children. Journal of Infectious 

Diseases 179: 980-988. 

Luty, A. J., Perkins, D. J., Lell, B., Schmidt-Ott, R., Lehman, L. G., Luckner, D., Greve, B., 

Matousek, P., Herbich, K., Schmid, D., Weinberg, J. B., and Kremsner, P. G. 2000. Low 

interleukin-12 activity in severe Plasmodium  falciparum malaria. Infection & Immunity 

68: 3909-3915. 

Luzzatto, L. 2012. G6PD deficiency and malaria selection. Heredity (Edinb) 108: 456. 

Lyke, K. E., Fernandez-Vina, M. A., Cao, K., Hollenbach, J., Coulibaly, D., Kone, A. K., 

Guindo, A., Burdett, L. A., Hartzman, R. J., Wahl, A. R., Hildebrand, W. H., Doumbo, O. 

K., Plowe, C. V., and Sztein, M. B. 2011. Association of HLA alleles with Plasmodium  

falciparum severity in Malian children. Tissue Antigens 77: 562-571. 

Mackinnon, M. J., Mwangi, T. W., Snow, R. W., Marsh, K., and Williams, T. N. 2005. 

Heritability of malaria in Africa. PLoS Medicine 2: 340. 

Mackintosh, C. L., Beeson, J. G., and Marsh, K. 2004. Clinical features and pathogenesis of 

severe malaria. Trends in Parasitology 20: 597-603. 

Maeno, Y., Perlmann, P., PerlmannH, Kusuhara, Y., Taniguchi, K., Nakabayashi, T., Win, K., 

Looareesuwan, S., and Aikawa, M. 2000. IgE deposition in brain microvessels and on 

parasitized erythrocytes from cerebral malaria patients. American Journal of Tropical 

Medicine & Hygiene 63: 128-132. 

Magesa, S. M., Mdira, K. Y., Babiker, H. A., Alifrangis, M., Farnert, A., Simonsen, P. E., 

Bygbjerg, I. C., Walliker, D., and Jakobsen, P. H. 2002. Diversity of Plasmodium  

falciparum clones infecting children living in a holoendemic area in north-eastern 

Tanzania. Acta Tropica 84: 83-92. 

Mahajan, R. C., Farooq, U., Dubey, M. L., and Malla, N. 2005. Genetic polymorphism in 

Plasmodium  falciparum vaccine candidate antigens. Indian Journal of Pathology and 

Microbiology 48: 429-438. 



IB
ADAN U

NIV
ERSITY LI

BRARY

186 

 

Malaguarnera, L., Imbesi, R. M., Pignatelli, S., Simpore, J., Malaguarnera, M., and Musumeci, 

S. 2002. Increased levels of interleukin-12 in Plasmodium  falciparum malaria: 

correlation with the severity of disease. Parasite Immunology 24: 387-389. 

Malaguarnera, L., and Musumeci, S. 2002. The immune response to Plasmodium  falciparum 

malaria. Lancet Infectious Diseases 2: 472-478. 

Manning, L., Rosanas-Urgell, A., Laman, M., Edoni, H., McLean, C., Mueller, I., Siba, P., and 

Davis, T. M. 2012. A histopathologic study of fatal paediatric cerebral malaria caused by 

mixed Plasmodium  falciparum/Plasmodium  vivax infections. Malaria Journal 11: 107. 

Manson, P. 1901a. Recent Advances in the Knowledge of Malaria. Medico Chirurgical 

Transactions 84: 485-496. 

Manson, P. T. 1901b. Experimental Malaria: Recurrence after Nine Months. British Medical 

Journal 2: 77. 

Manson-Bahr, P. 1961. The malaria story. Proceedings of the Royal Society of Medicine 54: 91-

100. 

Marrack, P., and Kappler, J. 1987. The T cell receptor. Science 238: 1073-1079. 

Marrero, M. B. 2005. Introduction to JAK/STAT signaling and the vasculature. Vascular 

Pharmacology 43: 307-309. 

Marsh, K. 2005. Clinical Features of Malaria. In: Malaria- Molecular and Clinical Aspects. 

Wahlgren M. and Perlmann P.(editors). Harwood Academic Publishers, Singapore. pp86-

115. 

Marsh, K., Forster, D., Waruiru, C., Mwangi, I., Winstanley, M., Marsh, V., Newton, C., 

Winstanley, P., Warn, P., Peshu, N. 1995. Indicators of life-threatening malaria in 

African children. New England Journal of Medicine 332: 1399-1404. 

Marsh, K., and Kinyanju, S. 2006. Immune effector mechanisms in malaria. Parasite 

Immunology 28: 51-60. 

Mason, P. M., and Parham, P. 1998. HLA class I region sequences, 1998. Tissue Antigens 51: 

417-466. 

Matsumura, M., Fremont, D. H., Peterson, P. A., and Wilson, I. A. 1992. Emerging principles for 

the recognition of peptide antigens by MHC class I molecules. Science 257: 927-934. 

Mauduit, M., See, P., Peng, K., Renia, L., and Ginhoux, F. 2012. Dendritic cells and the malaria 

pre-erythrocytic stage. Immunology Research DOI: 10.1007/s12026-012-8269-7. 

Maxwell, J. R., Yadav, R., Rossi, R. J., Ruby, C. E., Weinberg, A. D., Aguila, H. L., and Vella, 

A. T. 2006. IL-18 bridges innate and adaptive immunity through IFN-gamma and the 

CD134 pathway. Journal of Immunology 177: 234-245. 

May, J., Mockenhaupt, F. P., Ademowo, O. G., Falusi, A. G., Olumese, P. E., Bienzle, U., and 

Meyer, C. G. 1999. High rate of mixed and subpatent malarial infections in southwest 

Nigeria. American Journal of Tropical Medicine & Hygiene 61: 339-343. 



IB
ADAN U

NIV
ERSITY LI

BRARY

187 

 

Mayengue, P. I., Ndounga, M., Malonga, F. V., Bitemo, M., and Ntoumi, F. 2011. Genetic 

polymorphism of merozoite surface protein-1 and merozoite surface protein-2 in 

Plasmodium  falciparum isolates from Brazzaville, Republic of Congo. Malaria Journal 

10: 276. 

McCall, M. B., Roestenberg, M., Ploemen, I., Teirlinck, A., Hopman, J., de Mast, Q., Dolo, A., 

Doumbo, O. K., Luty, A., van der Ven, A. J., Hermsen, C. C., and Sauerwein, R. W. 

2010. Memory-like IFN-gamma response by NK cells following malaria infection reveals 

the crucial role of T cells in NK cell activation by P. falciparum . European Journal of 

Immunology 40: 3472-3477. 

McCall, M. B., and Sauerwein, R. W. 2010. Interferon-gamma--central mediator of protective 

immune responses against the pre-erythrocytic and blood stage of malaria. Journal of 

Leukocyte Biology 88: 1131-1143. 

McCarthy, J. S., Marjason, J., Elliott, S., Fahey, P., Bang, G., Malkin, E., Tierney, E., Aked-

Hurditch, H., Adda, C., Cross, N., Richards, J. S., Fowkes, F. J., Boyle, M. J., Long, C., 

Druilhe, P., Beeson, J. G., and Anders, R. F. 2011. A phase 1 trial of MSP2-C1, a blood-

stage malaria vaccine containing 2 isoforms of MSP2 formulated with Montanide(R) ISA 

720. PLoS One 6: 24413. 

McGregor, I. A. 1984. Epidemiology, malaria and pregnancy. American Journal of Tropical 

Medicine & Hygiene 33: 517-525. 

McGuire, W., Hill, A. V., Allsopp, C. E., Greenwood, B. M., and Kwiatkowski, D. 1994. 

Variation in the TNF-alpha promoter region associated with susceptibility to cerebral 

malaria. Nature 371: 508-510. 

McGuire, W., Knight, J. C., Hill, A. V., Allsopp, C. E., Greenwood, B. M., and Kwiatkowski, D. 

1999. Severe malarial anemia and cerebral malaria are associated with different tumor 

necrosis factor promoter alleles. Journal of Infectious Diseases 179: 287-290. 

Mehta, A., Mason, P. J., and Vulliamy, T. J. 2000. Glucose-6-phosphate dehydrogenase 

deficiency. Baillieres Best Practices in Research in Clinical Haematology 13: 21-38. 

Mehta, D. S., Wurster, A. L., and Grusby, M. J. 2004. Biology of IL-21 and the IL-21 receptor. 

Immunological Reviews 202: 84-95. 

Merrick, C. J., Huttenhower, C., Buckee, C., Amambua-Ngwa, A., Gomez-Escobar, N., Walther, 

M., Conway, D. J., and Duraisingh, M. T. 2012. Epigenetic Dysregulation of Virulence 

Gene Expression in Severe Plasmodium  falciparum Malaria. Journal of Infectious 

Diseases 205: 1593-1600. 

Metzger, W. G., Okenu, D. M., Cavanagh, D. R., Robinson, J. V., Bojang, K. A., Weiss, H. A., 

McBride, J. S., Greenwood, B. M., and Conway, D. J. 2003. Serum IgG3 to the 

Plasmodium  falciparum merozoite surface protein 2 is strongly associated with a 

reduced prospective risk of malaria. Parasite Immunology 25: 307-312. 



IB
ADAN U

NIV
ERSITY LI

BRARY

188 

 

Meyer, C. G., May, J., Arez, A. P., Gil, J. P., and Do Rosario, V. 2002. Genetic diversity of 

Plasmodium  falciparum: asexual stages. Tropical Medicine & International Health 7: 

395-408. 

Meyrowitsch, D. W., Pedersen, E. M., Alifrangis, M., Scheike, T. H., Malecela, M. N., Magesa, 

S. M., Derua, Y. A., Rwegoshora, R. T., Michael, E., and Simonsen, P. E. 2011. Is the 

current decline in malaria burden in sub-Saharan Africa due to a decrease in vector 

population? Malaria Journal 10: 188. 

Micallef, M. J., Ohtsuki, T., Kohno, K., Tanabe, F., Ushio, S., Namba, M., Tanimoto, T., 

Torigoe, K., Fujii, M., Ikeda, M., Fukuda, S., and Kurimoto, M. 1996. Interferon-gamma-

inducing factor enhances T helper 1 cytokine production by stimulated human T cells: 

synergism with interleukin-12 for interferon-gamma production. European Journal of 

Immunology 26: 1647-1651. 

Migita, K., Sawakami-Kobayashi, K., Maeda, Y., Nakao, K., Kondoh, S., Sugiura, M., 

Kawasumi, R., Segawa, O., Tajima, H., Machida, M., Nakamura, M., Yano, K., Abiru, 

S., Kawasaki, E., Yatsuhashi, H., Eguchi, K., and Ishibashi, H. 2009. Interleukin-18 

promoter polymorphisms and the disease progression of Hepatitis B virus-related liver 

disease. Translational Research 153: 91-96. 

Migot-Nabias, F., Mombo, L. E., Luty, A. J., Dubois, B., Nabias, R., Bisseye, C., Millet, P., Lu, 

C. Y., and Deloron, P. 2000. Human genetic factors related to susceptibility to mild 

malaria in Gabon. Genes & Immunity 21: 435-441. 

Miller, L. H., Baruch, D. I., Marsh, K., and Doumbo, O. K. 2002. The pathogenic basis of 

malaria. Nature 415: 673-679. 

Miller, L. H., Roberts, T., Shahabuddin, M., and McCutchan, T. F. 1993. Analysis of sequence 

diversity in the Plasmodium  falciparum merozoite surface protein-1 (MSP-1). Molecular 

and Biochemical Parasitology 59: 1-14. 

Millimono, T. S., Loua, K. M., Rath, S. L., Relvas, L., Bento, C., Diakite, M., Jarvis, M., Daries, 

N., Ribeiro, L. M., Manco, L., and Kaeda, J. S. 2012. High prevalence of hemoglobin 

disorders and glucose-6-phosphate dehydrogenase (G6PD) deficiency in the Republic of 

Guinea (West Africa). Hemoglobin 36: 25-37. 

Milner, D. A., Jr., Vareta, J., Valim, C., Montgomery, J., Daniels, R. F., Volkman, S. K., 

Neafsey, D. E., Park, D. J., Schaffner, S. F., Mahesh, N. C., Barnes, K. G., Rosen, D. M., 

Lukens, A. K., Van Tyne, D., Wiegand, R. C., Sabeti, P. C., Seydel, K. B., Glover, S. J., 

Kamiza, S., Molyneux, M. E., Taylor, T. E., and Wirth, D. F. 2012. Human cerebral 

malaria and Plasmodium  falciparum genotypes in Malawi. Malaria Journal 11: 35. 

Missinou, M. A., Dangelmaier, O., Kun, J. F., and Kremsner, P. G. 2000. Genetic diversity of 

Plasmodium  falciparum infections in one family in Lambarene. Transactions of the 

Royal Society of Tropical Medicine & Hygiene 94: 376. 

Mockenhaupt, F. P., Ehrhardt, S., Cramer, J. P., Otchwemah, R. N., Anemana, S. D., Goltz, K., 

Mylius, F., Dietz, E., Eggelte, T. A., and Bienzle, U. 2004a. Hemoglobin C and 



IB
ADAN U

NIV
ERSITY LI

BRARY

189 

 

resistance to severe malaria in Ghanaian children. Journal of Infectious Diseases 190: 

1006-1009. 

Mockenhaupt, F. P., Ehrhardt, S., Gellert, S., Otchwemah, R. N., Dietz, E., Anemana, S. D., and 

Bienzle, U. 2004b. Alpha(+)-thalassemia protects African children from severe malaria. 

Blood 104: 2003-2006. 

Mockenhaupt, F. P., May, J., Bergqvist, Y., Ademowo, O. G., Olumese, P. E., Falusi, A. G., 

Grossterlinden, L., Meyer, C. G., and Bienzle, U. 2000. Concentrations of chloroquine 

and malaria parasites in blood in Nigerian children. Antimicrobial Agents and 

Chemotherapy 44: 835-839. 

Modiano, D., Luoni, G., Sirima, B. S., Simpore, J., Verra, F., Konate, A., Rastrelli, E., Olivieri, 

A., Calissano, C., Paganotti, G. M., D'Urbano, L., Sanou, I., Sawadogo, A., Modiano, G., 

and Coluzzi, M. 2001. Haemoglobin C protects against clinical Plasmodium  falciparum 

malaria. Nature 414; 305-308. 

Molineaux, L., and Gramiccia, G. 1980. The Garki Project: Research on the epidemiology and 

control of malaria in the Sudan savanna of West Africa. World Health Organization, 

Geneva, Switzerland. pp109-172. 

Molyneux, M. E., Taylor, T. E., Wirima, J. J., and Borgstein, A. 1989. Clinical features and 

prognostic indicators in paediatric cerebral malaria: a study of 131 comatose Malawian 

children. Quarterly Journal of Medicine 71; 441-459. 

Moormann, A. M., Sullivan, A. D., Rochford, R. A., Chensue, S. W., Bock, P. J., Nyirenda, T., 

and Meshnick, S. R. 1999. Malaria and pregnancy: placental cytokine expression and its 

relationship to intrauterine growth retardation. Journal of Infectious Diseases 180: 1987-

1993. 

Mordmuller, B. G., Metzger, W. G., Juillard, P., Brinkman, B. M., Verweij, C. L., Grau, G. E., 

and Kremsner, P. G. 1997. Tumor necrosis factor in Plasmodium  falciparum malaria: 

high plasma level is associated with fever, but high production capacity is associated with 

rapid fever clearance. European Cytokine Network 8: 29-35. 

Moretta, L., Bottino, C., Pende, D., Vitale, M., Mingari, M. C., and Moretta, A. 2004. Different 

checkpoints in human NK-cell activation. Trends in Immunology 25: 670-676. 

Moretta, L., and Moretta, A. 2004. Unravelling natural killer cell function: triggering and 

inhibitory human NK receptors. EMBO Journal 23: 255-259. 

Moxon, C. A., Grau, G. E., and Craig, A. G. 2011. Malaria: modification of the red blood cell 

and consequences in the human host. British Journal of Haematology DOI: 

10.111/j.1365-2141.2011. 

Muller, D. A., Charlwood, J. D., Felger, I., Ferreira, C., do Rosario, V., and Smith, T. 2001. 

Prospective risk of morbidity in relation to multiplicity of infection with Plasmodium  

falciparum in Sao Tome. Acta Tropica 78: 155-162. 



IB
ADAN U

NIV
ERSITY LI

BRARY

190 

 

Muller, O., Traore, C., Becher, H., and Kouyate, B. 2003. Malaria morbidity, treatment-seeking 

behaviour, and mortality in a cohort of young children in rural Burkina Faso. Tropical 

Medicine & International Health 8: 290-296. 

Muniz-Junqueira, M. I., dos Santos-Neto, L. L., and Tosta, C. E. 2001. Influence of tumor 

necrosis factor-alpha on the ability of monocytes and lymphocytes to destroy 

intraerythrocytic Plasmodium  falciparum in vitro. Cell Immunol 208: 73-79. 

Munz, C. 2012. Antigen Processing for MHC Class II Presentation via Autophagy. Frontiers in 

Immunology 3: 9. 

Murphy, J. R., Baqar, S., Davis, J. R., Herrington, D. A., and Clyde, D. F. 1989. Evidence for a 

6.5-day minimum exoerythrocytic cycle for Plasmodium  falciparum in humans and 

confirmation that immunization with a synthetic peptide representative of a region of the 

circumsporozoite protein retards infection. Journal of Clinical Microbiology 27: 1434-

1437. 

Murphy, S. C., and Breman, J. G. 2001. Gaps in the childhood malaria burden in Africa: cerebral 

malaria, neurological sequelae, anemia, respiratory distress, hypoglycemia, and 

complications of pregnancy. American Journal of Tropical Medicine & Hygiene 64: 57-

67. 

Murray, C. J., Rosenfeld, L. C., Lim, S. S., Andrews, K. G., Foreman, K. J., Haring, D., Fullman, 

N., Naghavi, M., Lozano, R., and Lopez, A. D. 2012. Global malaria mortality between 

1980 and 2010: a systematic analysis. Lancet 379: 413-431. 

Musumeci, M., Malaguarnera, L., Simpore, J., Messina, A., and Musumeci, S. 2003. Modulation 

of immune response in Plasmodium  falciparum malaria: role of IL-12, IL-18 and TGF-

beta. Cytokine 21: 172-178. 

Mwingira, F., Nkwengulila, G., Schoepflin, S., Sumari, D., Beck, H. P., Snounou, G., Felger, I., 

Olliaro, P., and Mugittu, K. 2011. Plasmodium  falciparum msp1, msp2 and glurp allele 

frequency and diversity in sub-Saharan Africa. Malaria Journal 10: 79. 

Nagamine, Y., Hayano, M., Kashiwamura, S., Okamura, H., Nakanishi, K., Krudsod, S., 

Wilairatana, P., Looareesuwan, S., and Kojima, S. 2003. Involvement of interleukin-18 in 

severe Plasmodium  falciparum malaria. Transactions of the Royal Society of Tropical 

Medicine & Hygiene 97: 236-241. 

Nagel, R. L., Raventos-Suarez, C., Fabry, M. E., Tanowitz, H., Sicard, D., and Labie, D. 1981. 

Impairment of the growth of Plasmodium  falciparum in HbEE erythrocytes. Journal of 

Clinical Investigation 68: 303-305. 

Nakanishi, K., Yoshimoto, T., Tsutsui, H., and Okamura, H. 2001a. Interleukin-18 is a unique 

cytokine that stimulates both Th1 and Th2 responses depending on its cytokine milieu. 

Cytokine Growth Factor Review 12: 53-72. 

Nakanishi, K., Yoshimoto, T., Tsutsui, H., and Okamura, H. 2001b. Interleukin-18 regulates both 

Th1 and Th2 responses. Annual Review Immunology 19: 423-474. 



IB
ADAN U

NIV
ERSITY LI

BRARY

191 

 

Nardin, E. H., and Nussenzweig, R. S. 1993. T cell responses to pre-erythrocytic stages of 

malaria: role in protection and vaccine development against pre-erythrocytic stages. 

Annual Review Immunology 11: 687-727. 

Narsaria, N., Mohanty, C., Das, B. K., Mishra, S. P., and Prasad, R. 2012. Oxidative stress in 

children with severe malaria. Journal of Tropical Pediatrics 58: 147-150. 

Narum, D. L., Ogun, S. A., Thomas, A. W., and Holder, A. A. 2000. Immunization with parasite-

derived apical membrane antigen 1 or passive immunization with a specific monoclonal 

antibody protects BALB/c mice against lethal Plasmodium  yoelii yoelii YM blood-stage 

infection. Infection & Immunity 68: 2899-2906. 

Ngoundou-Landji, J., Nwuba, R. I., Anumudu, C. I., Odaibo, A. B., Matondo Maya, W. D., 

Awobode, H. O., Okafor, C. M., Morenikeji, O. A., Asinobi, A., Nwagwu, M., Holder, A. 

A., and Ntoumi, F. 2010. Fine specificity of anti-MSP119 antibodies and multiplicity of 

Plasmodium  falciparum merozoite surface protein 1 types in individuals in Nigeria with 

sub-microscopic infection. Malaria Journal 9: 287. 

Niikura, M., Inoue, S., and Kobayashi, F. 2011. Role of interleukin-10 in malaria: focusing on 

coinfection with lethal and nonlethal murine malaria parasites. Journal of Biomedical 

Biotechnology 2011: 383962. 

Ntoumi, F., Contamin, H., Rogier, C., Bonnefoy, S., Trape, J. F., and Mercereau-Puijalon, O. 

1995. Age-dependent carriage of multiple Plasmodium  falciparum merozoite surface 

antigen-2 alleles in asymptomatic malaria infections. American Journal of Tropical 

Medicine & Hygiene 52: 81-88. 

Ntoumi, F., Mercereau-Puijalon, O., Luty, A., Georges, A., and Millet, P. 1996. High prevalence 

of the third form of merozoite surface protein-1 in Plasmodium  falciparum in 

asymptomatic children in Gabon. Transactions of the Royal Society of Tropical Medicine 

& Hygiene 90: 701-702. 

Nwuba, R. I., Sodeinde, O., Anumudu, C. I., Omosun, Y. O., Odaibo, A. B., Holder, A. A., and 

Nwagwu, M. 2002. The human immune response to Plasmodium  falciparum includes 

both antibodies that inhibit merozoite surface protein 1 secondary processing and 

blocking antibodies. Infection & Immunity 70: 5328-5331. 

Odeh, M. 2001. The role of tumour necrosis factor-alpha in the pathogenesis of complicated 

falciparum malaria. Cytokine 14: 11-18. 

Ohashi, J., Naka, I., Patarapotikul, J., Hananantachai, H., Brittenham, G., Looareesuwan, S., 

Clark, A. G., and Tokunaga, K. 2004. Extended linkage disequilibrium surrounding the 

hemoglobin E variant due to malarial selection. American Journal of Human Genetics 74: 

1198-1208. 

Ojurongbe, O., Fagbenro-Beyioku, A. F., Adeyeba, O. A., and Kun, J. F. 2011. Allelic diversity 

of merozoite surface protein 2 gene of P falciparum among children in Osogbo, Nigeria. 

West Indian Medical Journal 60: 19-23. 



IB
ADAN U

NIV
ERSITY LI

BRARY

192 

 

Okamura, H., Nagata, K., Komatsu, T., Tanimoto, T., Nukata, Y., Tanabe, F., Akita, K., Torigoe, 

K., Okura, T., Fukuda, S., and et al. 1995a. A novel costimulatory factor for gamma 

interferon induction found in the livers of mice causes endotoxic shock. Infection & 

Immunity 63: 3966-3972. 

Okamura, H., Tsutsi, H., Komatsu, T., Yutsudo, M., Hakura, A., Tanimoto, T., Torigoe, K., 

Okura, T., Nukada, Y., Hattori, K., and et al. 1995b. Cloning of a new cytokine that 

induces IFN-gamma production by T cells. Nature 378: 88-91. 

Okamura, H., Tsutsui, H., Kashiwamura, S., Yoshimoto, T., and Nakanishi, K. 1998. Interleukin-

18: a novel cytokine that augments both innate and acquired immunity. Advances in 

Immunology 70: 281-312. 

Okech, B. A., Corran, P. H., Todd, J., Joynson-Hicks, A., Uthaipibull, C., Egwang, T. G., 

Holder, A. A., and Riley, E. M. 2004. Fine specificity of serum antibodies to Plasmodium  

falciparum merozoite surface protein, PfMSP-1(19), predicts protection from malaria 

infection and high-density parasitemia. Infection & Immunity 72: 1557-1567. 

Okwa, O. O., Akinmolayan, F. I., Carter, V., and Hurd, H. 2009. Transmission dynamics of 

malaria in four selected ecological zones of Nigeria in the rainy season. Annals of African 

Medicine 8: 1-9. 

Olotu, A., Fegan, G., Wambua, J., Nyangweso, G., Ogada, E., Drakeley, C., Marsh, K., and 

Bejon, P. 2012. Estimating individual exposure to malaria using local prevalence of 

malaria infection in the field. PLoS One 7: 32929. 

Olumese, P. E., Amodu, O. K., Bjorkman, A., Adeyemo, A. A., Gbadegesin, R. A., and Walker, 

O. 2002. Chloroquine resistance of Plasmodium  falciparum is associated with severity of 

disease in Nigerian children. Transactions of the Royal Society of Tropical Medicine & 

Hygiene 96: 418-420. 

Omosun, Y. O., Adoro, S., Anumudu, C. I., Odaibo, A., Holder, A. A., Nwagwu, M., and 

Nwuba, R. I. 2010. Total immunoglobulin G and IgG1 subclass levels specific for the 

MSP-1(19) of Plasmodium  falciparum are different in individuals with either 

processing-inhibitory, blocking or neutral antibodies. Africa Health Science 10: 106-110. 

Orago, A. S., and Facer, C. A. 1991. Cytotoxicity of human natural killer (NK) cell subsets for 

Plasmodium  falciparum erythrocytic schizonts: stimulation by cytokines and inhibition 

by neomycin. Clinical & Experimental Immunology 86: 22-29. 

Orimadegun, A. E., Amodu, O. K., Olumese, P. E., and Omotade, O. O. 2008. Early home 

treatment of childhood fevers with ineffective antimalarials is deleterious in the outcome 

of severe malaria. Malaria Journal 7: 143. 

Orimadegun, A. E., and Sodeinde, O. 2011. Glucose-6-phosphate dehydrogenase status and 

severity of malarial anaemia in Nigerian children. Journal of Infection Developing 

Countries 5: 792-798. 

O'Shea, J. J., Gadina, M., and Schreiber, R. D. 2002. Cytokine signaling in 2002: new surprises 

in the Jak/Stat pathway. Cell 109: S121-131. 



IB
ADAN U

NIV
ERSITY LI

BRARY

193 

 

Othoro, C., Lal, A. A., Nahlen, B., Koech, D., Orago, A. S., and Udhayakumar, V. 1999. A low 

interleukin-10 tumor necrosis factor-alpha ratio is associated with malaria anemia in 

children residing in a holoendemic malaria region in western Kenya. Journal of 

Infectious Diseases 179: 279-282. 

Palmieri, R. T., Wilson, M. A., Iversen, E. S., Clyde, M. A., Calingaert, B., Moorman, P. G., 

Poole, C., Anderson, A. R., Anderson, S., Anton-Culver, H., Beesley, J., Hogdall, E., 

Brewster, W., Carney, M. E., Chen, X., Chenevix-Trench, G., Chang-Claude, J., 

Cunningham, J. M., Dicioccio, R. A., Doherty, J. A., Easton, D. F., Edlund, C. K., 

Gayther, S. A., Gentry-Maharaj, A., Goode, E. L., Goodman, M. T., Kjaer, S. K., 

Hogdall, C. K., Hopkins, M. P., Jenison, E. L., Blaakaer, J., Lurie, G., McGuire, V., 

Menon, U., Moysich, K. B., Ness, R. B., Pearce, C. L., Pharoah, P. D., Pike, M. C., 

Ramus, S. J., Rossing, M. A., Song, H., Terada, K. Y., Vandenberg, D., Vierkant, R. A., 

Wang-Gohrke, S., Webb, P. M., Whittemore, A. S., Wu, A. H., Ziogas, A., Berchuck, A., 

and Schildkraut, J. M. 2008. Polymorphism in the IL18 gene and epithelial ovarian 

cancer in non-Hispanic white women. Cancer Epidemiology, Biomarkers and Prevetion 

17: 3567-3572. 

Pasvol, G., Clough, B., and Carlsson, J. 1992. Malaria and the red cell membrane. Blood Review 

6: 183-192. 

Paul, R. E., Hackford, I., Brockman, A., Muller-Graf, C., Price, R., Luxemburger, C., White, N. 

J., Nosten, F., and Day, K. P. 1998. Transmission intensity and Plasmodium  falciparum 

diversity on the northwestern border of Thailand. American Journal of Tropical Medicine 

& Hygiene 58: 195-203. 

Perkins, D. J., Kremsner, P. G., Schmid, D., Misukonis, M. A., Kelly, M. A., and Weinberg, J. B. 

1999. Blood mononuclear cell nitric oxide production and plasma cytokine levels in 

healthy gabonese children with prior mild or severe malaria. Infection & Immunity 67: 

4977-4981. 

Perkins, D. J., Were, T., Davenport, G. C., Kempaiah, P., Hittner, J. B., and Ong'echa, J. M. 

2011. Severe malarial anemia: innate immunity and pathogenesis. International Journal 

of Biological Science 7: 1427-1442. 

Perkmann, T., Winkler, H., Graninger, W., Kremsner, P. G., and Winkler, S. 2005. Circulating 

levels of the interleukin (IL)-4 receptor and of IL-18 in patients with Plasmodium  

falciparum malaria. Cytokine 29: 153-158. 

Perlmann, P., Perlmann, H., Looareesuwan, S., Krudsood, S., Kano, S., Matsumoto, Y., 

Brittenham, G., Troye-Blomberg, M., and Aikawa, M. 2000. Contrasting functions of 

IgG and IgE antimalarial antibodies in uncomplicated and severe Plasmodium  

falciparum malaria. American Journal of Tropical Medicine & Hygiene 62: 373-377. 

Perlmann, P., and Troye-Blomberg, M. 2002. Malaria and the immune system in humans. 

Chemical Immunology 80: 229-242. 



IB
ADAN U

NIV
ERSITY LI

BRARY

194 

 

Pichyangkul, S., Saengkrai, P., and Webster, H. K. 1994. Plasmodium  falciparum pigment 

induces monocytes to release high levels of tumor necrosis factor-alpha and interleukin-1 

beta. American Journal of Tropical Medicine & Hygiene 51: 430-435. 

Pied, S., Roland, J., Louise, A., Voegtle, D., Soulard, V., Mazier, D., and Cazenave, P. A. 2000. 

Liver CD4-CD8- NK1.1+ TCR alpha beta intermediate cells increase during 

experimental malaria infection and are able to exhibit inhibitory activity against the 

parasite liver stage in vitro. Journal of Immunology 164: 1463-1469. 

Pieters, J. 1997. MHC class II restricted antigen presentation. Current Opinion in Immunology 9, 

89-96. 

Planche, T., Macallan, D. C., Sobande, T., Borrmann, S., Kun, J. F., Krishna, S., and Kremsner, 

P. G. 2010. Nitric oxide generation in children with malaria and the NOS2G-954C 

promoter polymorphism. American Journal of Physiology- Regulatory, Integrative and  

Comparative Physiology 299: 1248-1253. 

Plebanski, M., and Hill, A. V. 2000. The immunology of malaria infection. Current Opinion in 

Immunology 12: 437-441. 

Plebanski, M., Proudfoot, O., Pouniotis, D., Coppel, R. L., Apostolopoulos, V., and Flannery, G. 

2002. Immunogenetics and the design of Plasmodium  falciparum vaccines for use in 

malaria-endemic populations. Journal of Clinical Investigattion 110: 295-301. 

Poespoprodjo, J. R., Hasanuddin, A., Fobia, W., Sugiarto, P., Kenangalem, E., Lampah, D. A., 

Tjitra, E., Price, R. N., and Anstey, N. M. 2010. Severe congenital malaria acquired in 

utero. American Journal of Tropical Medicine & Hygiene 82: 563-565. 

Polley, S. D., Conway, D. J., Cavanagh, D. R., McBride, J. S., Lowe, B. S., Williams, T. N., 

Mwangi, T. W., and Marsh, K. 2006. High levels of serum antibodies to merozoite 

surface protein 2 of Plasmodium  falciparum are associated with reduced risk of clinical 

malaria in coastal Kenya. Vaccine 24: 4233-4246. 

Ponsford, M. J., Medana, I. M., Prapansilp, P., Hien, T. T., Lee, S. J., Dondorp, A. M., Esiri, M. 

M., Day, N. P., White, N. J., and Turner, G. D. 2012. Sequestration and microvascular 

congestion are associated with coma in human cerebral malaria. Journal of Infectious 

Diseases 205: 663-671. 

Postma, N. S., Hermsen, C. C., Crommelin, D. J., Zuidema, J., and Eling, W. M. 1999. 

Treatment with recombinant human tumour necrosis factor-alpha reduces parasitaemia 

and prevents Plasmodium  berghei K173-induced experimental cerebral malaria in mice. 

Parasitology 118: 7-15. 

Prescott, N., Stowers, A. W., Cheng, Q., Bobogare, A., Rzepczyk, C. M., and Saul, A. 1994. 

Plasmodium  falciparum genetic diversity can be characterised using the polymorphic 

merozoite surface antigen 2 (MSA-2) gene as a single locus marker. Molecular and 

Biochemical Parasitology 63: 203-212. 



IB
ADAN U

NIV
ERSITY LI

BRARY

195 

 

Radwan, J., Zagalska-Neubauer, M., Cichon, M., Sendecka, J., Kulma, K., Gustafsson, L., and 

Babik, W. 2012. MHC diversity, malaria and lifetime reproductive success in collared 

flycatchers. Molecular Ecology 21: 2469-2479. 

Rakesh, K., and Agrawal, D. K. 2005. Controlling cytokine signaling by constitutive inhibitors. 

Biochemistry and Pharmacology 70: 649-657. 

Ramasamy, R., Ramasamy, M., and Yasawardena, S. 2001. Antibodies and Plasmodium  

falciparum merozoites. Trends in Parasitology 17: 194-197. 

Randall, L. M., and Engwerda, C. R. 2010. TNF family members and malaria: old observations, 

new insights and future directions. Experimental Parasitology 126: 326-331. 

Ranford-Cartwright, L. C., Taylor, R. R., Asgari-Jirhandeh, N., Smith, D. B., Roberts, P. E., 

Robinson, V. I., Babiker, H. A., Riley, E. M., Walliker, D., and McBride, J. S. 1996. 

Differential antibody recognition of FC27-like Plasmodium  falciparum merozoite 

surface protein MSP2 antigens which lack 12 amino acid repeats. Parasite Immunology 

18: 411-420. 

Rao, A., Kumar, M. K., Joseph, T., and Bulusu, G. 2012. Cerebral malaria: insights from host-

parasite protein-protein interactions. Malaria Journal 9: 155. 

Raulet, D. H. 2004. Interplay of natural killer cells and their receptors with the adaptive immune 

response. Nature Immunology 5: 996-1002. 

Renia, L., Wu Howland, S., Claser, C., Charlotte Gruner, A., Suwanarusk, R., Hui Teo, T., 

Russell, B., and Ng, L. 2012. Cerebral malaria: Mysteries at the blood-brain barrier. 

Virulence 3:193-201 

Richer, J., and Chudley, A. E. 2005. The hemoglobinopathies and malaria. Clinical Genetics 68: 

332-336. 

Rihet, P., Flori, L., Tall, F., Traore, A. S., and Fumoux, F. 2004. Hemoglobin C is associated 

with reduced Plasmodium  falciparum parasitemia and low risk of mild malaria attack. 

Human Molecular Genetics 13: 1-6. 

Riley, E. M. 1999. Is T-cell priming required for initiation of pathology in malaria infections? 

Immunology Today 20: 228-233. 

Riley, E. M., Allen, S. J., Wheeler, J. G., Blackman, M. J., Bennett, S., Takacs, B., Schonfeld, H. 

J., Holder, A. A., and Greenwood, B. M. 1992. Naturally acquired cellular and humoral 

immune responses to the major merozoite surface antigen (PfMSP1) of Plasmodium  

falciparum are associated with reduced malaria morbidity. Parasite Immunology 14: 321-

337. 

Riley, E. M., Ong, C. S., Olerup, O., Eida, S., Allen, S. J., Bennett, S., Andersson, G., and 

Targett, G. A. 1990. Cellular and humoral immune responses to Plasmodium  falciparum 

gametocyte antigens in malaria-immune individuals. Limited response to the 48/45-

kilodalton surface antigen does not appear to be due to MHC restriction. Journal of 

Immunology 144: 4810-4816. 



IB
ADAN U

NIV
ERSITY LI

BRARY

196 

 

Rizzo, C., Ronca, R., Fiorentino, G., Mangano, V. D., Sirima, S. B., Nebie, I., Petrarca, V., 

Modiano, D., and Arca, B. 2011. Wide cross-reactivity between Anopheles gambiae and 

Anopheles funestus SG6 salivary proteins supports exploitation of gSG6 as a marker of 

human exposure to major malaria vectors in tropical Africa. Malaria Journal 10: 206. 

Robert, F., Ntoumi, F., Angel, G., Candito, D., Rogier, C., Fandeur, T., Sarthou, J. L., and 

Mercereau-Puijalon, O. 1996. Extensive genetic diversity of Plasmodium  falciparum 

isolates collected from patients with severe malaria in Dakar, Senegal. Transactions of 

the Royal Society of Tropical Medicine & Hygiene 90: 704-711. 

Robinson, D., Shibuya, K., Mui, A., Zonin, F., Murphy, E., Sana, T., Hartley, S. B., Menon, S., 

Kastelein, R., Bazan, F., and O'Garra, A. 1997. IGIF does not drive Th1 development but 

synergizes with IL-12 for interferon-gamma production and activates IRAK and 

NFkappaB. Immunity 7: 571-581. 

Roetynck, S., Baratin, M., Johansson, S., Lemmers, C., Vivier, E., and Ugolini, S. 2006. Natural 

killer cells and malaria. Immunological Reviews 214: 251-263. 

Rotman, H. L., Daly, T. M., Clynes, R., and Long, C. A. 1998. Fc receptors are not required for 

antibody-mediated protection against lethal malaria challenge in a mouse model. Journal 

of Immunology 161: 1908-1912. 

Ruwende, C., and Hill, A. 1998. Glucose-6-phosphate dehydrogenase deficiency and malaria. 

Journal of Molecular Medicine 76: 581-588. 

Ruwende, C., Khoo, S. C., Snow, R. W., Yates, S. N., Kwiatkowski, D., Gupta, S., Warn, P., 

Allsopp, C. E., Gilbert, S. C., Peschu, N., and et al. 1995. Natural selection of hemi- and 

heterozygotes for G6PD deficiency in Africa by resistance to severe malaria. Nature 376: 

246-249. 

Sabchareon, A., Burnouf, T., Ouattara, D., Attanath, P., Bouharoun-Tayoun, H., Chantavanich, 

P., Foucault, C., Chongsuphajaisiddhi, T., and Druilhe, P. 1991. Parasitologic and clinical 

human response to immunoglobulin administration in falciparum malaria. American 

Journal of Tropical Medicine & Hygiene 45: 297-308. 

Salako, L. A., Ajayi, F. O., Sowunmi, A., and Walker, O. 1990. Malaria in Nigeria: a revisit. 

Annals of Tropical Medicine & Parasitology 84: 435-445. 

Santos, L. C., Abreu, C. F., Xerinda, S. M., Tavares, M., Lucas, R., and Sarmento, A. C. 2012. 

Severe imported malaria in an intensive care unit: a review of 59 cases. Malaria Journal 

11: 96. 

Santovito, A., Cervella, P., Schleicherova, D., and Delpero, M. 2012. Genotyping for cytokine 

polymorphisms in a Northern Ivory Coast population reveals a high frequency of the 

heterozygote genotypes for the TNF-alpha-308G/A SNP. International Journal of 

Immunogenetics DOI: 10.111/j.1744-313x.2012. 

Sareneva, T., Julkunen, I., and Matikainen, S. 2000. IFN-alpha and IL-12 induce IL-18 receptor 

gene expression in human NK and T cells. Journal of Immunology 165: 1933-1938. 



IB
ADAN U

NIV
ERSITY LI

BRARY

197 

 

Sarkar, S., Biswas, N. K., Dey, B., Mukhopadhyay, D., and Majumder, P. P. 2010. A large, 

systematic molecular-genetic study of G6PD in Indian populations identifies a new non-

synonymous variant and supports recent positive selection. Infection, Genetics and 

Evolution 10: 1228-1236. 

Saul, A., Lawrence, G., Smillie, A., Rzepczyk, C. M., Reed, C., Taylor, D., Anderson, K., 

Stowers, A., Kemp, R., Allworth, A., Anders, R. F., Brown, G. V., Pye, D., Schoofs, P., 

Irving, D. O., Dyer, S. L., Woodrow, G. C., Briggs, W. R., Reber, R., and Sturchler, D. 

1999. Human phase I vaccine trials of 3 recombinant asexual stage malaria antigens with 

Montanide ISA720 adjuvant. Vaccine 17: 3145-3159. 

Saul, A., Lord, R., Jones, G. L., and Spencer, L. 1992. Protective immunization with invariant 

peptides of the Plasmodium  falciparum antigen MSA2. Journal of Immunology 148: 

208-211. 

Schellenberg, D., Menendez, C., Kahigwa, E., Font, F., Galindo, C., Acosta, C., Schellenberg, J. 

A., Aponte, J. J., Kimario, J., Urassa, H., Mshinda, H., Tanner, M., and Alonso, P. 1999. 

African children with malaria in an area of intense Plasmodium  falciparum transmission: 

features on admission to the hospital and risk factors for death. American Journal of 

Tropical Medicine & Hygiene 61: 431-438. 

Schmidt, G. D., and Robert, L. S. 1989. Foundations of Parasitology, 4th ed. Times mirror/mosby 

college publishing, U.S.A. 

Schmidt, N. W., Butler, N. S., and Harty, J. T. 2009. CD8 T cell immunity to Plasmodium  

permits generation of protective antibodies after repeated sporozoite challenge. Vaccine 

27:6103-6106. 

Schofield, L., and Hackett, F. 1993. Signal transduction in host cells by a 

glycosylphosphatidylinositol toxin of malaria parasites. Journal of Experimental 

Medicine 177: 145-153. 

Schofield, L., Novakovic, S., Gerold, P., Schwarz, R. T., McConville, M. J., and Tachado, S. D. 

1996. Glycosylphosphatidylinositol toxin of Plasmodium  up-regulates intercellular 

adhesion molecule-1, vascular cell adhesion molecule-1, and E-selectin expression in 

vascular endothelial cells and increases leukocyte and parasite cytoadherence via tyrosine 

kinase-dependent signal transduction. Journal of Immunology 156: 1886-1896. 

Scopel, K. K., Fontes, C. J., Ferreira, M. U., and Braga, E. M. 2006. Factors associated with 

immunoglobulin G subclass polarization in naturally acquired antibodies to Plasmodium  

falciparum merozoite surface proteins: a cross-sectional survey in Brazilian Amazonia. 

Clin Vaccine Immunol 13: 810-813. 

Sedegah, M., Finkelman, F., and Hoffman, S. L. 1994. Interleukin 12 induction of interferon 

gamma-dependent protection against malaria. Proceedings of the National Academy of 

Science U S A 91: 10700-10702. 

Seki, E., Tsutsui, H., Nakano, H., Tsuji, N., Hoshino, K., Adachi, O., Adachi, K., Futatsugi, S., 

Kuida, K., Takeuchi, O., Okamura, H., Fujimoto, J., Akira, S., and Nakanishi, K. 2001. 

Lipopolysaccharide-induced IL-18 secretion from murine Kupffer cells independently of 



IB
ADAN U

NIV
ERSITY LI

BRARY

198 

 

myeloid differentiation factor 88 that is critically involved in induction of production of 

IL-12 and IL-1beta. Journal of Immunology 166: 2651-2657. 

Serghides, L., Smith, T. G., Patel, S. N., and Kain, K. C. 2003. CD36 and malaria: friends or 

foes? Trends in Parasitology 19: 461-469. 

Shaffer, N., Grau, G. E., Hedberg, K., Davachi, F., Lyamba, B., Hightower, A. W., Breman, J. 

G., and Phuc, N. D. 1991. Tumor necrosis factor and severe malaria. Journal of 

Infectious Diseases 163: 96-101. 

Shear, H. L. 1993. Transgenic and mutant animal models to study mechanisms of protection of 

red cell genetic defects against malaria. Experientia 49: 37-42. 

Shear, H. L., Roth, E. F., Jr., Fabry, M. E., Costantini, F. D., Pachnis, A., Hood, A., and Nagel, 

R. L. 1993. Transgenic mice expressing human sickle hemoglobin are partially resistant 

to rodent malaria. Blood 81: 222-226. 

Shi, Y. P., Nahlen, B. L., Kariuki, S., Urdahl, K. B., McElroy, P. D., Roberts, J. M., and Lal, A. 

A. 2001. Fcgamma receptor IIa (CD32) polymorphism is associated with protection of 

infants against high-density Plasmodium  falciparum infection. VII. Asembo Bay Cohort 

Project. Journal of Infectious Diseases 184: 107-111. 

Shortt, H. E., Fairley, N. H., Covell, G., Shute, P. G., and Garnham, P. C. 1951. The pre-

erythrocytic stage of Plasmodium  falciparum. Transactions of the Royal Society of 

Tropical Medicine & Hygiene 44: 405-419. 

Shortt, H. E., and Garnham, P. C. 2000. Demonstration of a persisting exo-erythrocytic cycle in 

Plasmodium  cynomolgi and its bearing on the production of relapses. 1948. Bulletin of 

the World Health Organization 78: 1447-1449. 

Shuai, K., and Liu, B. 2003. Regulation of JAK-STAT signalling in the immune system. Nature 

Review Immunology 3: 900-911. 

Silamut, K., and White, N. J. 1993. Relation of the stage of parasite development in the 

peripheral blood to prognosis in severe falciparum malaria. Transactions of the Royal 

Society of Tropical Medicine & Hygiene 87: 436-443. 

Silue, K. D., Felger, I., Utzinger, J., Beck, H. P., Smith, T. A., Tanner, M., and N'Goran, E. K. 

2006. Prevalence, genetic diversity and multiplicity of Plasmodium  falciparum infection 

in school children in central Cote d'Ivoire. Medecine Tropicale 66: 149-156. 

Singh, R. P., Kashiwamura, S., Rao, P., Okamura, H., Mukherjee, A., and Chauhan, V. S. 2002. 

The role of IL-18 in blood-stage immunity against murine malaria Plasmodium  yoelii 

265 and Plasmodium  berghei ANKA. Journal of Immunology 168: 4674-4681. 

Sinha, S., Qidwai, T., Kanchan, K., Jha, G. N., Anand, P., Pati, S. S., Mohanty, S., Mishra, S. K., 

Tyagi, P. K., Sharma, S. K., Awasthi, S., Venkatesh, V., and Habib, S. 2010. Distinct 

cytokine profiles define clinical immune response to falciparum malaria in regions of 

high or low disease transmission. European Cytokine Network 21: 232-240. 



IB
ADAN U

NIV
ERSITY LI

BRARY

199 

 

Smith, T., Felger, I., Beck, H. P., and Tanner, M. 1999a. Consequences of multiple infection 

with Plasmodium  falciparum in an area of high endemicity. Parassitologia 41: 247-250. 

Smith, T., Felger, I., Kitua, A., Tanner, M., and Beck, H. P. 1999b. Dynamics of multiple 

Plasmodium  falciparum infections in infants in a highly endemic area of Tanzania. 

Transactions of the Royal Society of Tropical Medicine & Hygiene 93; 35-39. 

Smith, T., Felger, I., Tanner, M., and Beck, H. P. 1999c. Premunition in Plasmodium  falciparum 

infection: insights from the epidemiology of multiple infections. Transactions of the 

Royal Society of Tropical Medicine & Hygiene 93: 59-64. 

Smythe, J. A., Coppel, R. L., Day, K. P., Martin, R. K., Oduola, A. M., Kemp, D. J., and Anders, 

R. F. 1991. Structural diversity in the Plasmodium  falciparum merozoite surface antigen 

2. Proceedings of the National Academy of Science U S A 88: 1751-1755. 

Snewin, V. A., Herrera, M., Sanchez, G., Scherf, A., Langsley, G., and Herrera, S. 1991. 

Polymorphism of the alleles of the merozoite surface antigens MSA1 and MSA2 in 

Plasmodium  falciparum wild isolates from Colombia. Molecular and Biochemical 

Parasitology 49: 265-275. 

Snounou, G., and Beck, H. P. 1998. The use of PCR genotyping in the assessment of 

recrudescence or reinfection after antimalarial drug treatment. Parasitology Today 14: 

462-467. 

Snounou, G., Zhu, X., Siripoon, N., Jarra, W., Thaithong, S., Brown, K. N., and Viriyakosol, S. 

1999. Biased distribution of msp1 and msp2 allelic variants in Plasmodium  falciparum 

populations in Thailand. Transactions of the Royal Society of Tropical Medicine & 

Hygiene 93: 369-374. 

Snow, R. W., Craig, M., Deichmann, U., and Marsh, K. 1999. Estimating mortality, morbidity 

and disability due to malaria among Africa's non-pregnant population. Bulletin of the 

World Health Organization 77: 624-640. 

Snow, R. W., Guerra, C. A., Noor, A. M., Myint, H. Y., and Hay, S. I. 2005. The global 

distribution of clinical episodes of Plasmodium  falciparum malaria. Nature 434: 214-

217. 

Sobti, R. C., Sharma, V. L., Abitew, A. M., Berhane, N., Mahdi, S. A., Askari, M., Kuttiat, V. S., 

and Wanchu, A. 2011. The -137G/C polymorphism of interleukin 18 promoter and risk of 

HIV-1 infection and its progression to AIDS. Acta Virologia 55: 353-356. 

Sohail, M., Kaul, A., Bali, P., Raziuddin, M., Singh, M. P., Singh, O. P., Dash, A. P., and Adak, 

T. 2008. Alleles -308A and -1031C in the TNF-alpha gene promoter do not increase the 

risk but associated with circulating levels of TNF-alpha and clinical features of vivax 

malaria in Indian patients. Molecular Immunology 45: 1682-1692. 

Spellberg, B., and Edwards, J. E., Jr. 2001. Type 1/Type 2 immunity in infectious diseases. 

Clinical Infectious Diseases 32: 76-102. 



IB
ADAN U

NIV
ERSITY LI

BRARY

200 

 

Staak, K., Prosch, S., Stein, J., Priemer, C., Ewert, R., Docke, W. D., Kruger, D. H., Volk, H. D., 

and Reinke, P. 1997. Pentoxifylline promotes replication of human cytomegalovirus in 

vivo and in vitro. Blood 89: 3682-3690. 

Stanisic, D. I., Richards, J. S., McCallum, F. J., Michon, P., King, C. L., Schoepflin, S., Gilson, 

P. R., Murphy, V. J., Anders, R. F., Mueller, I., and Beeson, J. G. 2009. Immunoglobulin 

G subclass-specific responses against Plasmodium  falciparum merozoite antigens are 

associated with control of parasitemia and protection from symptomatic illness. Infection 

& Immunity 77: 1165-1174. 

Steele, R. W., and Baffoe-Bonnie, B. 1995. Cerebral malaria in children. Pediatrics Infectious 

Disease Journal 14: 281-285. 

Stern, L. J., and Wiley, D. C. 1994. Antigenic peptide binding by class I and class II 

histocompatibility proteins. Structure 2: 245-251. 

Stevenson, M. M., Ing, R., Berretta, F., and Miu, J. 2011. Regulating the adaptive immune 

response to blood-stage malaria: role of dendritic cells and CD4Foxp3 regulatory T cells. 

International Journal of Biological Science 7: 1311-1322. 

Stevenson, M. M., and Riley, E. M. 2004. Innate immunity to malaria. Nature Review 

Immunology 4: 169-180. 

Stoll, S., Jonuleit, H., Schmitt, E., Muller, G., Yamauchi, H., Kurimoto, M., Knop, J., and Enk, 

A. H. 1998. Production of functional IL-18 by different subtypes of murine and human 

dendritic cells (DC): DC-derived IL-18 enhances IL-12-dependent Th1 development. 

European Journal of Immunology 28: 3231-3239. 

Stoute, J. A., Odindo, A. O., Owuor, B. O., Mibei, E. K., Opollo, M. O., and Waitumbi, J. N. 

2003. Loss of red blood cell-complement regulatory proteins and increased levels of 

circulating immune complexes are associated with severe malarial anemia. Journal of 

Infectious Diseases 187: 522-525. 

Sturm, A., Amino, R., van de Sand, C., Regen, T., Retzlaff, S., Rennenberg, A., Krueger, A., 

Pollok, J. M., Menard, R., and Heussler, V. T. 2006. Manipulation of host hepatocytes by 

the malaria parasite for delivery into liver sinusoids. Science 313: 1287-1290. 

Su, Y., Hong, S., and Zhao, A. 1997. The changes of T lymphocyte subsets and serum 

interleukin-2 receptor in peripheral blood of the pregnant women complicated by 

systemic lupus erythematosus. Zhonghua Fu Chan Ke Za Zhi 32: 671-673. 

Sugawara, S., Uehara, A., Nochi, T., Yamaguchi, T., Ueda, H., Sugiyama, A., Hanzawa, K., 

Kumagai, K., Okamura, H., and Takada, H. 2001. Neutrophil proteinase 3-mediated 

induction of bioactive IL-18 secretion by human oral epithelial cells. Journal of 

Immunology 167: 6568-6575. 

Sugiura, T., Kawaguchi, Y., Harigai, M., Terajima-Ichida, H., Kitamura, Y., Furuya, T., 

Ichikawa, N., Kotake, S., Tanaka, M., Hara, M., and Kamatani, N. 2002. Association 

between adult-onset Still's disease and interleukin-18 gene polymorphisms. Genes & 

Immunity 3: 394-399. 



IB
ADAN U

NIV
ERSITY LI

BRARY

201 

 

Suh, K. N., Kain, K. C., and Keystone, J. S. 2004. Malaria. Canadian Medical Association 

Journal 170: 1693-1702. 

Sunder, S. R., Hanumanth, S. R., Gaddam, S., Jonnalagada, S., and Valluri, V. L. 2012. 

Association of TAP 1 and 2 gene polymorphisms with human immunodeficiency virus-

tuberculosis co-infection. Human Immunology 72: 908-911. 

Swain, S. D., Siemsen, D. W., Hanson, A. J., and Quinn, M. T. 2001. Activation-induced 

mobilization of secretory vesicles in bovine neutrophils. American Journal of Veterinary 

Research 62: 1776-1781. 

Tachado, S. D., Gerold, P., McConville, M. J., Baldwin, T., Quilici, D., Schwarz, R. T., and 

Schofield, L. 1996. Glycosylphosphatidylinositol toxin of Plasmodium  induces nitric 

oxide synthase expression in macrophages and vascular endothelial cells by a protein 

tyrosine kinase-dependent and protein kinase C-dependent signaling pathway. Journal of 

Immunology 156: 1897-1907. 

Takala, S. L., and Plowe, C. V. 2009. Genetic diversity and malaria vaccine design, testing and 

efficacy: preventing and overcoming 'vaccine resistant malaria'. Parasite Immunology 31: 

560-573. 

Tanabe, K., Arisue, N., Palacpac, N. M., Yagi, M., Tougan, T., Honma, H., Ferreira, M. U., 

Farnert, A., Bjorkman, A., Kaneko, A., Nakamura, M., Hirayama, K., Mita, T., and Horii, 

T. 2012. Geographic differentiation of polymorphism in the Plasmodium  falciparum 

malaria vaccine candidate gene SERA5. Vaccine 30: 1583-1593. 

Tanabe, K., Mackay, M., Goman, M., and Scaife, J. G. 1987. Allelic dimorphism in a surface 

antigen gene of the malaria parasite Plasmodium  falciparum. Journal of Molecular 

Biology 195: 273-287. 

Tanabe, K., Sakihama, N., and Kaneko, A. 2004. Stable SNPs in malaria antigen genes in 

isolated populations. Science 303: 493. 

Taylor, R. R., Smith, D. B., Robinson, V. J., McBride, J. S., and Riley, E. M. 1995. Human 

antibody response to Plasmodium  falciparum merozoite surface protein 2 is serogroup 

specific and predominantly of the immunoglobulin G3 subclass. Infection & Immunity 

63: 4382-4388. 

Taylor, S. M., Parobek, C. M., and Fairhurst, R. M. 2012. Haemoglobinopathies and the clinical 

epidemiology of malaria: a systematic review and meta-analysis. Lancet Infectious 

Diseases DOI: 10.1016/s1473-3099.2012. 

Taylor, T. E., Fu, W. J., Carr, R. A., Whitten, R. O., Mueller, J. S., Fosiko, N. G., Lewallen, S., 

Liomba, N. G., and Molyneux, M. E. 2004. Differentiating the pathologies of cerebral 

malaria by postmortem parasite counts. Nature Medicine 10: 143-145. 

Taylor-Robinson, A. W., and Looker, M. 1998. Sensitivity of malaria parasites to nitric oxide at 

low oxygen tensions. Lancet 351: 1630. 

Tchinda, V. H., Tadem, A. D., Tako, E. A., Tene, G., Fogako, J., Nyonglema, P., Sama, G., 

Zhou, A., and Leke, R. G. 2007a/b. Severe malaria in Cameroonian children: correlation 



IB
ADAN U

NIV
ERSITY LI

BRARY

202 

 

between plasma levels of three soluble inducible adhesion molecules and TNF-alpha. 

Acta Tropica 102: 20-28. 

Tebo, A. E., Kremsner, P. G., and Luty, A. J. 2001. Plasmodium  falciparum: a major role for 

IgG3 in antibody-dependent monocyte-mediated cellular inhibition of parasite growth in 

vitro. Experimental Parasitology 98: 20-28. 

Teirlinck, A. C., McCall, M. B., Roestenberg, M., Scholzen, A., Woestenenk, R., de Mast, Q., 

van der Ven, A. J., Hermsen, C. C., Luty, A. J., and Sauerwein, R. W. 2011. Longevity 

and composition of cellular immune responses following experimental Plasmodium  

falciparum malaria infection in humans. PLoS Pathology 7: e1002389. 

Thompson, S. R., and Humphries, S. E. 2007. Interleukin-18 genetics and inflammatory disease 

susceptibility. Genes & Immunity 8: 91-99. 

Tiret, L., Godefroy, T., Lubos, E., Nicaud, V., Tregouet, D. A., Barbaux, S., Schnabel, R., 

Bickel, C., Espinola-Klein, C., Poirier, O., Perret, C., Munzel, T., Rupprecht, H. J., 

Lackner, K., Cambien, F., and Blankenberg, S. 2005. Genetic analysis of the interleukin-

18 system highlights the role of the interleukin-18 gene in cardiovascular disease. 

Circulation 112: 643-650. 

Tonon, A. P., Hoffmann, E. H., Silveira, L. A., Ribeiro, A. G., Goncalves, C. R., Ribolla, P. E., 

Wunderlich, G., and Ferreira, M. U. 2004. Plasmodium  falciparum: sequence diversity 

and antibody recognition of the Merozoite surface protein-2 (MSP-2) in Brazilian 

Amazonia. Experimental Parasitology 108: 114-125. 

Torre, D. 2009. Early production of gamma-interferon in clinical malaria: role of interleukin-18 

and interleukin-12. Clinical Infectious Diseases 48: 1481-1482. 

Torre, D., Giola, M., Speranza, F., Matteelli, A., Basilico, C., and Biondi, G. 2001. Serum levels 

of interleukin-18 in patients with uncomplicated Plasmodium  falciparum malaria. 

European Cytokine Network 12: 361-364. 

Torre, D., Pugliese, A., Speranza, F., Martegani, R., and Tambini, R. 2002a. Role of interleukin-

18 in human immunodeficiency virus type 1 infection. Journal of Infectious Diseases 

185: 998-999. 

Torre, D., Speranza, F., and Martegani, R. 2002b. Role of proinflammatory and anti-

inflammatory cytokines in the immune response to Plasmodium  falciparum malaria. 

Lancet Infectious Diseases 2: 719-720. 

Trager, W., and Jensen, J. B. 1976. Human malaria parasites in continuous culture. Science 193: 

673-675. 

Trager, W., and Jensen, J. B. 2005. Human malaria parasites in continuous culture. 1976. 

Journal of Parasitology 91; 484-486. 

Trigg, P. I., and Kondrachine, A. V. 1998. Commentary: malaria control in the 1990s. Bulletin of 

the World Health Organization 76: 11-16. 



IB
ADAN U

NIV
ERSITY LI

BRARY

203 

 

Tse, S. W., Radtke, A. J., and Zavala, F. 2011. Induction and maintenance of protective CD8+ T 

cells against malaria liver stages: implications for vaccine development. Memorias do 

Instituto Oswaldo Cruz 106 : S172-178. 

Ubalee, R., Tsukahara, T., Kikuchi, M., Lum, J. K., Dzodzomenyo, M., Kaneko, A., and 

Hirayama, K. 2005. Associations between frequencies of a susceptible TNF-alpha 

promoter allele and protective alpha-thalassaemias and malaria parasite incidence in 

Vanuatu. Tropical Medicine & International Health 10: 544-549. 

Ueda, T., Takeyama, Y., Yasuda, T., Matsumura, N., Sawa, H., Nakajima, T., Ajiki, T., Fujino, 

Y., Suzuki, Y., and Kuroda, Y. 2006. Significant elevation of serum interleukin-18 levels 

in patients with acute pancreatitis. Journal of Gastroenterology 41: 158-165. 

Usanga, E. A., and Luzzatto, L. 1985. Adaptation of Plasmodium  falciparum to glucose 6-

phosphate dehydrogenase-deficient host red cells by production of parasite-encoded 

enzyme. Nature 313: 793-795. 

Van Den Steen, P. E., Deroost, K., Geurts, N., Heremans, H., Van Damme, J., and Opdenakker, 

G. 2011. Malaria: host-pathogen interactions, immunopathological complications and 

therapy. Verhandelingen Koninklijke Academie voor Geneeskunde Van Belgie 73: 123-

151. 

van der Heyde, H. C., Manning, D. D., and Weidanz, W. P. 1993. Role of CD4+ T cells in the 

expansion of the CD4-, CD8- gamma delta T cell subset in the spleens of mice during 

blood-stage malaria. Journal of Immunology 151: 6311-6317. 

van Hensbroek, M. B., Palmer, A., Jaffar, S., Schneider, G., and Kwiatkowski, D. 1997. Residual 

neurologic sequelae after childhood cerebral malaria. Journal of Pediatrics 131: 125-129. 

Vandenbroeck, K., Martens, E., and Alloza, I. 2006. Multi-chaperone complexes regulate the 

folding of interferon-gamma in the endoplasmic reticulum. Cytokine 33: 264-273. 

Vento, S., Cainelli, F., and Cesario, F. 2006. Infections and thalassaemia. Lancet Infectious 

Diseases 6: 226-233. 

Verra, F., Bancone, G., Avellino, P., Blot, I., Simpore, J., and Modiano, D. 2007. Haemoglobin 

C and S in natural selection against Plasmodium  falciparum malaria: a plethora or a 

single shared adaptive mechanism? Parassitologia 49: 209-213. 

Vivier, E., and Biron, C. A. 2002. Immunology. A pathogen receptor on natural killer cells. 

Science 296: 1248-1249. 

Vivier, E., Nunes, J. A., and Vely, F. 2004. Natural killer cell signaling pathways. Science 306: 

1517-1519. 

von Seidlein, L., Olaosebikan, R., Hendriksen, I. C., Lee, S. J., Adedoyin, O. T., Agbenyega, T., 

Nguah, S. B., Bojang, K., Deen, J. L., Evans, J., Fanello, C. I., Gomes, E., Pedro, A. J., 

Kahabuka, C., Karema, C., Kivaya, E., Maitland, K., Mokuolu, O. A., Mtove, G., 

Mwanga-Amumpaire, J., Nadjm, B., Nansumba, M., Ngum, W. P., Onyamboko, M. A., 

Reyburn, H., Sakulthaew, T., Silamut, K., Tshefu, A. K., Umulisa, N., Gesase, S., Day, 

N. P., White, N. J., and Dondorp, A. M. 2012. Predicting the clinical outcome of severe 



IB
ADAN U

NIV
ERSITY LI

BRARY

204 

 

falciparum malaria in african children: findings from a large randomized trial. Clinical 

Infectious Diseases 54: 1080-1090. 

Voskaridou, E., Christoulas, D., and Terpos, E. 2012. Sickle-cell disease and the heart: review of 

the current literature. British Journal of Haematology DOI: 10.111/j.1365-2141.2012. 

Wahlgren, M., and Bejarano, M. T. 1999. A blueprint of 'bad air'. Nature 400: 506-507. 

Wahlin, B., Wahlgren, M., Perlmann, H., Berzins, K., Bjorkman, A., Patarroyo, M. E., and 

Perlmann, P. 1984. Human antibodies to a Mr 155,000 Plasmodium  falciparum antigen 

efficiently inhibit merozoite invasion. Proceedings of the National Academy of Science U 

S A 81: 7912-7916. 

Waitumbi, J. N., Opollo, M. O., Muga, R. O., Misore, A. O., and Stoute, J. A. 2000. Red cell 

surface changes and erythrophagocytosis in children with severe Plasmodium  falciparum 

anemia. Blood 95; 1481-1486. 

Warrell, D. A. 1992. Pathophysiology of severe falciparum malaria. Papua New Guinea Medical 

Journal 35: 229-232. 

Weatherall, D. J., and Abdalla, S. 1982. The anaemia of Plasmodium  falciparum malaria. British 

Medical Bulletin 38: 147-151. 

Weatherall, D. J., and Clegg, J. B. 2001. Inherited haemoglobin disorders: an increasing global 

health problem. Bulletin of the World Health Organization 79: 704-712. 

Weatherall, D. J., and Clegg, J. B. 2002. Genetic variability in response to infection: malaria and 

after. Genes & Immunity 3: 331-337. 

Weatherall, D. J., Miller, L. H., Baruch, D. I., Marsh, K., Doumbo, O. K., Casals-Pascual, C., 

and Roberts, D. J. 2002. Malaria and the red cell. Hematology 89: 35-57. 

Weisman, S., Wang, L., Billman-Jacobe, H., Nhan, D. H., Richie, T. L., and Coppel, R. L. 2001. 

Antibody responses to infections with strains of Plasmodium  falciparum expressing 

diverse forms of merozoite surface protein 2. Infection & Immunity 69: 959-967. 

Wenisch, C., Parschalk, B., Narzt, E., Looareesuwan, S., and Graninger, W. 1995. Elevated 

serum levels of IL-10 and IFN-gamma in patients with acute Plasmodium  falciparum 

malaria. Clinical Immunology and Immunopathology 74: 115-117. 

WHO 2000a. Severe falciparum malaria. World Health Organization, Communicable Diseases 

Cluster. Transactions of the Royal Society of Tropical Medicine & Hygiene 94: S1-90. 

WHO 2000b. WHO Expert Committee on Malaria. World Health Organisation Technical Report 

Series 892:1-74. 

WHO 2003a. Africa Malaria Report 2003. World Health Organization, Geneva. 

http://www.rollbackmalaria.org/amd2003/amr2003/intro.htm. Accessed 17 September, 

2009. 

WHO 2003b. Global defence against the infectious disease threat. World Health Organization, 

Geneva. 

http://www.rollbackmalaria.org/amd2003/amr2003/intro.htm


IB
ADAN U

NIV
ERSITY LI

BRARY

205 

 

WHO 2005. Malaria control in complex emergencies : an inter-agency field handbook. World 

Health Organization, Geneva. 

WHO 2008a. Global malaria control and elimination : report of a technical review. World 

Health Organization, Geneva. http://apps.who.int/malaria/docs/elimination/Malaria 

ControlEliminationMeeting.pdf. Accessed 17 September, 2009. 

WHO 2008b. World malaria report 2008. World Health Organization, Geneva. 

WHO/HTM/GMP/2008.1. 

WHO 2009. World malaria report 2009. World Health Organization. 

http://whqlibdoc.who.int/publications/2009/9789241563901_eng.pdf, Geneva Accessed 

3rd May, 2010. World Health Organization. 

WHO 2010. World malaria report 2010. http://www.who.int/malaria/world_malaria_ 

report_2010/worldmalariareport2010.pdf, Geneva Accessed 22nd March, 2011. World 

Health Organization. 

WHO 2011. World malaria report. Geneva, Switzerland. http://www.who.int/malaria/world 

_malaria_report_2011/9789241564403_eng.pdf. Accessed 3rd March, 2012. World 

Health Organization. 

WHO/UNICEF 2005. World Malaria Report 2005, WHO and UNICEF, Geneva. 

http://www.rollbackmalaria.org/wmr2005/pdf/WMReport_lr.pdf. Accessed 17 

September, 2009. 

Wilkinson, R. J., and Pasvol, G. 1997. Host resistance to malaria runs into swampy water. 

Trends in Microbiology 5: 213-215. 

Williams, T. N. 2009. Human genetic resistance to malaria. Advanced Experimental Medicine 

634: 243-253. 

Williams, T. N., Mwangi, T. W., Roberts, D. J., Alexander, N. D., Weatherall, D. J., Wambua, 

S., Kortok, M., Snow, R. W., and Marsh, K. 2005a. An immune basis for malaria 

protection by the sickle cell trait. PLoS Medicine 2: 128. 

Williams, T. N., Wambua, S., Uyoga, S., Macharia, A., Mwacharo, J. K., Newton, C. R., and 

Maitland, K. 2005b. Both heterozygous and homozygous alpha+ thalassemias protect 

against severe and fatal Plasmodium  falciparum malaria on the coast of Kenya. Blood 

106: 368-371. 

Wilson, A. G., and Duff, G. W. 1995. Tumor necrosis factor. Lancet 345: 649. 

Wilson, A. G., Symons, J. A., McDowell, T. L., McDevitt, H. O., and Duff, G. W. 1997. Effects 

of a polymorphism in the human tumor necrosis factor alpha promoter on transcriptional 

activation. Proceedings of the National Academy of Science U S A 94: 3195-3199. 

Winkler, S., Willheim, M., Baier, K., Graninger, W., and Kremsner, P. G. 1999. Frequency of 

cytokine-producing CD4-CD8- peripheral blood mononuclear cells in patients with 

Plasmodium  falciparum malaria. European Cytokine Network 10: 155-160. 

http://whqlibdoc.who.int/publications/2009/9789241563901_eng.pdf
http://www.who.int/malaria/world_malaria_report_2011/9789241564403_eng.pdf
http://www.who.int/malaria/world_malaria_report_2011/9789241564403_eng.pdf
http://www.rollbackmalaria.org/wmr2005/pdf/WMReport_lr.pdf


IB
ADAN U

NIV
ERSITY LI

BRARY

206 

 

Winkler, S., Willheim, M., Baier, K., Schmid, D., Aichelburg, A., Graninger, W., and Kremsner, 

P. G. 1998. Reciprocal regulation of Th1- and Th2-cytokine-producing T cells during 

clearance of parasitemia in Plasmodium  falciparum malaria. Infection & Immunity 66: 

6040-6044. 

Witmer, K., Schmid, C. D., Brancucci, N. M., Luah, Y. H., Preiser, P. R., Bozdech, Z., and Voss, 

T. S. 2012. Analysis of subtelomeric virulence gene families in Plasmodium  falciparum 

by comparative transcriptional profiling. Molecular Microbiology 84: 243-259. 

Wroczynska, A., Nahorski, W., Bakowska, A., and Pietkiewicz, H. 2005. Cytokines and clinical 

manifestations of malaria in adults with severe and uncomplicated disease. International 

Maritime Health 56: 103-114. 

Wurster, A. L., Rodgers, V. L., Satoskar, A. R., Whitters, M. J., Young, D. A., Collins, M., and 

Grusby, M. J. 2002. Interleukin 21 is a T helper (Th) cell 2 cytokine that specifically 

inhibits the differentiation of naive Th cells into interferon gamma-producing Th1 cells. 

Journal of Experimental Medicine 196: 969-977. 

Yamazaki, A., Yasunami, M., Ofori, M., Horie, H., Kikuchi, M., Helegbe, G., Takaki, A., Ishii, 

K., Omar, A. H., Akanmori, B. D., and Hirayama, K. 2011. Human leukocyte antigen 

class I polymorphisms influence the mild clinical manifestation of Plasmodium  

falciparum infection in Ghanaian children. Human Immunology 72; 881-888. 

Yoshimoto, T., Mizutani, H., Tsutsui, H., Noben-Trauth, N., Yamanaka, K., Tanaka, M., Izumi, 

S., Okamura, H., Paul, W. E., and Nakanishi, K. 2000. IL-18 induction of IgE: 

dependence on CD4+ T cells, IL-4 and STAT6. Nature Immunology 1: 132-137. 

Yu, J. T., Tan, L., Song, J. H., Sun, Y. P., Chen, W., Miao, D., and Tian, Y. 2009. Interleukin-18 

promoter polymorphisms and risk of late onset Alzheimer's disease. Brain Research 

1253: 169-175. 

Zheng, L., and Kafatos, F. C. 2005. The Anopheles mosquito. In Malaria: Molecular and Clinical 

Aspects. Wahlgren M and Perlmann (Eds). Harwood Academic Publishers, Amsterdam, 

The Netherlands. pp1-16. 

  



IB
ADAN U

NIV
ERSITY LI

BRARY

207 

 

APPENDIX 

 

Appendix 1: Nucleotide sequence of primers used in Plasmodium spp characterization  

 

Primer Name            Nucleotide sequence 

 

Fw  PLU6    5'-TTA AAA TTG TTG CAG TTA AAA CG-3'  

Rv  PLU5    5'-CCT GTT GTT GCC TTA AAC TTC-3'                                        

                        

Fw  FAL 1   5'-TTA AAC TGG TTT GGG AAA ACC AAA TAT ATT-3'                          

Rv  FAL 2   5'-ACA CAA TGA ACT CAA TCA TGA CTA CCC GTC-3' 

 

Fw  MAL 1   5'-ATA ACA TAG TTG TAC GTT AAG AAT AAC CGC-3' 

Rv  MAL 2   5'-AAA ATT CCC ATG CAT AAA AAA TTA TAC AAA-3' 

 

Fw  OVA 1   5'-ATC TCT TTT GCT ATT TTT TAG TAT TGG AGA-3' 

Rv  OVA 2   5'-GGA AAA GGA CAC ATT AAT TGT ATC CTA ATG-3' 
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Appendix 2: Nucleotide sequence of primers used in MSA-2 genotyping study 

 

Primer Name            Nucleotide sequence 

 

MSA 2-1  5'-ATG AAG GTA ATT AAA ACA TTG TCT ATT ATA-3'  

MSA 2-4  5'-TTA TAT GAA TAT GGC AAA AGA TAA AAC AAG-3'  

 

MSA 2-2  5'-ACA TTC ATA AAC AAT GCT TAT AAT ATG AGT-3'  

MSA 2-3  5'- GAT TAT TTC TAG AAC CAT GCA TAT GTC CAT -3'  

 

FC 27-1  5'-GCA AAT GAA GGT TCT AAT ACT AAT AG-3'  

FC 27-2  5'-GCT TTG GGT CCT TCT TCA GTT GAT TC-3'  

 

3D7-1   5'-GCA GAA AGT AAG CCT TCT ACT GGT GCT-3'  

3D7-2   5'-GAT TTG TTT CGG CAT TAT TAT GA -3'  
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 Appendix 3: Nucleotide sequence of primers used for IL-18 gene promoter study 

 

Primer Name            Nucleotide sequence 

 

IL-18Pro -F  5'-GAC TTC CCG AAA TGA AAA CCC-3'  

IL-18Pro -R  5'-ATG CAC TGG GAG ACA ATT CC-3'  

IL-18Pro -Fb  5'-TCA AAT ATT TTA GGT CAG TCT TTG-3'  
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Appendix 4: Nucleotide sequence of primers used for IL-18Rα study 

 

Primer Name            Nucleotide sequence 

 

IL18R1 Ex1-F      5'-AGC CCA GGT TTG TGT GTT TC-3'  

IL18R1 Ex1-Fb   5'-CCA CTG GGA CAC AGT CAA TG -3'  

IL18R1 Ex1-R      5'- TCA GCA TCT TCA GTA GCC ACC-3'  

IL18R1 Ex1-Rb   5'-ACA TTC TTC CTC AT TAC TCA TGA A -3'  

IL18R1 Ex1-R c   5'-GCC TGG TCT ACT AAA TCC TGC T -3'  

 

IL18R1 Ex2-F      5'- TGC TAA CCT TGC TTC TTC ACC-3'  

IL18R1 Ex2-R      5'- TTC AGA TTA CTG CAT ATT TGA GTT G-3'  

 

IL18R1 Ex3-F      5'- AAG GGA AGA TGG GTG ATA TTT G-3'  

IL18R1 Ex3-R      5'- ATG GTA GCT CTC AGC CCC TC-3'  

 

IL18R1 Ex4-F      5'- GAT CCG CAG CTG CAT TAG AC-3'  

IL18R1 Ex4-R      5'- TTT GGG GAT GAT TCA GGC-3'  

 

IL18R1 Ex5-F      5'- GGA TCA CTG TAA TAT CAA TTT GGC-3'  

IL18R1 Ex5-R      5'- GTG TGG TCA CAA CCC CAA C-3'  
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IL18R1 Ex6-F      5'- GGA ATC TTT GTT ACA TGA AAT GAG C-3'  

IL18R1 Ex6-R      5'- TCA TAT TTA CGC TTG GAA GGC-3'  

 

IL18R1 Ex7-F      5'-GCA CCA CGT TTT GCT TTA GG -3'  

IL18R1 Ex7-R      5'-ATA CAC ATC AGC CAC CCA GTG -3'  

 

IL18R1 Ex8-F      5'- TGT GAA TTC CCC TCT CAA GG-3'  

IL18R1 Ex8-R      5'- TGG CCA TCT TTG AAA TGT CTC-3'  

 

IL18R1 Ex9-F      5'- ACA AGC ACG TGA TGA TGG AC-3'  

IL18R1 Ex9-R      5'- CCA TAG AAA ACC TCT CCC ACA G-3'  

 

IL18R1 Ex10-F    5'- TTG CTT GGT TAG CAT GGG AG-3'  

IL18R1 Ex10-R    5'- AAT GGG ATA GCT CTC TGG GG-3'  

 

IL18R1 Ex11-F    5'- TGA CTT TTA TCT CAT GTT CCC C-3'  

IL18R1 Ex11-R    5'- CAT CAC GTC CAG CTT CAC AC-3'  
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Appendix 5: Nucleotide sequence of primers used for TNF-α gene promoter study 

 

Primer Name            Nucleotide sequence 

 

TNFPro-F  5'-CCT GCA TCC TGT CTG GAA GT-3'  

TNFPro-R  5'-CTC CCT ATC AGC GCA CAT CTT-3'  

TNFPro-Fb  5'-ATC AGT CAG TGG CCC AGA AG-3'  
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Appendix 6: Ethical clearance granted by the Nasarawa State Ministry of Health, Lafia. 
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Appendix 7: Ethical clearance granted by the Dalhatu Araf Specialist Hospital, Lafia. 

 

 

 

 

 

 

 


