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Abstract

X-linked Glucose-6-phosphate dehydrogenase (G6PD) A- deficiency is prevalent in sub-
Saharan Africa populations, and has been associated with protection from severe malaria.
Whether females and/or males are protected by G6PD deficiency is uncertain, due in part to
G6PD and malaria phenotypic complexity and misclassification. Almost all large association
studies have genotyped a limited number of G6PD SNPs (e.g. G6PD202 / G6PD376), and
this approach has been too blunt to capture the complete epidemiological picture. Here we
have identified 68 G6PD polymorphisms and analysed 29 of these (i.e. those with a minor
allele frequency greater than 1%) in 983 severe malaria cases and controls in Tanzania.
We establish, across a number of SNPs including G6PD376, that only female heterozy-
gotes are protected from severe malaria. Haplotype analysis reveals the G6PD locus to be
under balancing selection, suggesting a mechanism of protection relying on alleles at mod-
est frequency and avoiding fixation, where protection provided by G6PD deficiency against
severe malaria is offset by increased risk of life-threatening complications. Our study also
demonstrates that the much-needed large-scale studies of severe malaria and G6PD enzy-
matic function across African populations require the identification and analysis of the full
repertoire of G6PD genetic markers.
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Author Summary

Glucose-6-phosphate dehydrogenase (G6PD) is an essential enzyme that protects red
blood cells from oxidative damage. Numerous genetic variants of G6PD, residing in the X
chromosome, are found among African populations: mutations causing A- deficiency can
lead to serious clinical outcomes (including hemolytic anemia) but also confer protection
against severe malaria. Epidemiological studies have used some of the genetic markers that
cause A- deficiency to establish who is protected from severe malaria, with differing re-
sults. Whether females, with one or two copies of mutant genes, males with one copy, or
both genders are protected is uncertain. This uncertainty is due to G6PD and malaria phe-
notypic complexity and misclassification, and to genetic differences between populations
and the limited numbers of genetic markers (usually 2) considered. In this study we ana-
lysed more than 30 G6PD genetic markers in 506 Tanzanian children with severe malaria
and 477 without malaria. We found that only females with one normal and one mutant
copy of the gene (heterozygotes) were protected from severe malaria. Further, we estab-
lished that the G6PD gene is under evolutionary pressure with the likely mechanism being
selection by malaria. Our work demonstrates that studies of severe malaria and G6PD en-
zymatic function across African populations require, in addition to complete and accurate
G6PD phenotypic classification, the identification and analysis of the full repertoire of
G6PD genetic markers.

Introduction

Amongst the approximately 190 genetic variants causing clinical deficiency of Glucose-6-phos-
phate dehydrogenase (G6PD) that have been characterised [1], the A- deficiency is the most
common in sub-Saharan Africa populations, and is associated with protection from severe ma-
laria [2,3]. An understanding of how this protection works may assist with the design of anti-
malarial vaccines and drugs. Establishing whether malaria patients are G6PD deficient is also
important because of the potential use of 8-aminoquinoline drugs (e g, primaquine and its de-
rivatives) for malaria elimination in sub-Saharan Africa [4]. Primaquine is active against all
liver stages of Plasmodium, and also offers activity against P. falciparum gametocytes, thereby
blocking transmission to mosquitoes [4]. However, primaquine is haemotoxic, and can cause
haemolytic anaemia in G6PD-deficient individuals. G6PD status can be quantified using enzy-
matic activity assays and is required for unambiguous identification of G6PD-deficiency, espe-
cially in mosaic female heterozygotes due to the X-linkage of the trait [5]. Cytochemical
methods have been suggested as an alternative [5], but are not efficient for large studies, and
genotyping has been used as a high throughput approach. Whilst genotyping approaches have
been advocated, there is evidence of extensive diversity at the G6PD locus (X chromosome,
16.2kb), with more than 150 single nucleotide polymorphisms (SNPs) reported [1]. Many of
these known genetic variants result in amino acid changes and have been detected through se-
quencing the G6PD gene locus in enzyme deficient individuals. The G6PD and the Inhibitor of
kappa light polypeptide gene (IKBKG, involved in immunity, inflammation and cell survival
pathways [6], and with mutations linked to Incontinentia Pigmenti [7]) loci overlap each
other, including a shared conserved promoter region that has bidirectional housekeeping activ-
ity [7]. The region containing the G6PD gene and the 5-prime end of the IKBKG gene contains
Alu elements [7]. The genetic variability in G6PD and IKBKG is complex [7], and new alleles
are still being discovered, making a simple G6PD genetic approach unreliable [8,9].
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Despite these limitations, genotyping of the 202A/376G G6PD A-allele (with ~12% of nor-
mal enzymatic activity [10]) has been used extensively in epidemiological studies to investigate
protection against severe malaria [8, 10-19]. It has been shown that coexistence of the two mu-
tations is responsible for enzyme deficiency in G6PD A- because they act synergistically in
causing instability of the enzyme [20]. They also lead to structural changes in the enzyme pro-
tein. However, even in large well-powered studies, associations between 202A/376G G6PD and
protection from severe disease have been inconsistent, revealing protective effects in female
heterozygotes [8, 11,17,18,19], in male hemizygotes [12,13], in both [14], or no protection [15].
These phenotype-genotype inconsistencies may be explained in part by variation in study de-
sign, G6PD and malaria phenotypic complexity and misclassification and incomplete experi-
mental data [8]. However, it has been recognised that allelic heterogeneity, specifically other
unknown polymorphisms, has a role [3,5,8], with evidence from studies in West Africa [5,8]
for A- deficiency and in Southeast Asia and Oceania for other deficiency types [3]. In particu-
lar, in the West African setting, the frequency of the 202A allele is often substantially lower
than rates of enzyme deficiency indicating a role for other alleles; inclusion of other GGPD
polymorphisms (Santamaria 542T/376G— ~ 2% residual enzymatic activity, Betica-Selma
968C/376G— ~ 11% activity)[10, 16] was required to capture an association between G6PD
deficiency and severe malaria in The Gambia [8].

Further understanding is required of the true extent of genetic diversity within the G6PD
locus, how this relates to enzyme function, and how it varies between regions and ethnic
groups, if genetic epidemiological studies are to provide robust and reproducible findings. A re-
cent study in Mali using 58 SNPs across the G6PD gene found differences in core haplotypes
and their frequencies between Dogon and Fulani ethnic groups [9]. The latter group is known
to have substantially reduced susceptibility to malaria when compared to sympatric popula-
tions [9]. Whilst some ethnicity specific SNP associations were observed with mild malaria, the
prevalence of severe malaria was too low for any robust associations to be detected.

Here we investigate associations between 68 SNPs within the G6PD and surrounding loci
(IKBKG and CTAGIA/B), including the 202, 376, 542, 680 and 968 A- deficiency polymor-
phisms (referred to here as G6PD202, G6PD376, and so forth), and severe malaria. The work is
set within a case-control study (n = 983; 506 cases and 477 controls) conducted in an area of in-
tense malaria transmission in the Tanga region in northeastern Tanzania [17]. To complement
the case-control collection, we genotyped samples from 60 healthy parental and child trios
(120 parents, 60 children), collected in the same geographical region. We find very strong asso-
ciations between multiple SNPs across the G6PD gene and protection from severe malaria in
female heterozygotes but not in hemizygous males. Very high linkage disequilibrium across
this locus allowed us to distil this SNP diversity into just 4 G6PD alleles, ranging in frequency
from ~ 6% to >60%, and 8 common genotypes (>1%), 2 of which are associated with protec-
tion from severe malaria.

In summary, this study identifies specific G6PD alleles that confer resistance to severe ma-
laria in this population and reveals a potentially important role of female heterozygotes in
maintaining the high frequency of G6PD polymorphisms in malaria endemic populations.

Results

Of the severe malaria cases (n = 506), many had severe malarial anaemia (48.6%) or acidosis
(57.5%) phenotypes (Table 1). Compared to controls (n = 477), malaria cases tended to be
younger and male, and with more individuals outside the 7 main ethnic groups (P<0.05). Ma-
laria cases were less likely to be of blood group O (O vs. A/B/AB, OR 0.726, 95% CI 0.534,
0.986; P = 0.04), with alpha thalassaemia of o.-/o.- (0-/0t- vs. awo/oo or oor/o-, Odds Ratio (OR)
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Table 1. Baseline and clinical characteristics.

Age* (median, range)
Gender—Female
Ethnicity

Mzigua

Wasambaa
Wabondei

Chagga

Mmbena

Other

Mngoni

Pare

Blood group

A

AB

B

(0]

Sickle HbS (rs334)* *
AA

AS

SS

Alpha thalassaemia
ao/aa

ao/a-

a-/o-

G6PD202A
G6PD376G
G6PD542T
G6PD680T
G6PD968C
Clinical phenotype
Any severe malaria
Any SMA***

Any CM

Both SMA+CM

Any RD
Acidosis****

(2.9)
255

158
130
78
50
23
5
18
15

115
20

100
236

385
76

224
199
52

92

178
477
477
477

Controls (n = 477)

(0.9-10.9)
53.5%

33.1%
27.3%
16.4%
10.5%
4.8%
1.0%
3.8%
3.1%

24.4%
4.2%

21.2%
50.1%

83.5%
16.5%
0.0%

47.2%
41.9%
10.9%
20.0%
38.5%
0%
0%
0%

(1.7)
236

149
130
79
47
25
39
19
18

145
18

107
216

473

236
184
35

79

173
506
506
506

506
246
99
41
146
291

* in months, SMA: severe malarial anaemia, CM: cerebral malaria, RD: respiratory distress

**Absence of HbC and HbE mutations

*** hb<5gdl

**** Blood lactate>5mmol/l.

doi:10.1371/journal.pgen.1004960.t001

Cases (n = 506)

(0.2-10.0)
46.6%

29.4%
25.7%
15.6%
9.3%
4.9%
7.7%
3.8%
3.6%

29.8%
3.7%

22.0%
44.4%

97.9%
1.0%
1.0%

51.9%
40.4%
7.7%
16.3%
37.4%
0%
0%
0%

100%
48.6%
19.6%
8.1%
28.9%
57.5%

Difference P-value

<0.0001
0.04
0.0005

0.22

<0.0001

0.15

0.02
0.007

NA

0.639, 95% CI 0.401-1.018, P = 0.06) or present with the sickle cell protective AS genotype (AS
vs. other, OR 0.053, 95% CI 0.021-0.132). The sickle cell AS genotype frequency in parents
(6.3%) and children (5.4%) in the trio validation study lay between the estimates for the cases
(1.0%) and controls (16.5%). As expected, the G6PD542, 680 and 968 polymorphisms found in
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West African populations [8,9] were all monomorphic in both cases and controls, as well as in
the 60 parental-child trios, and were therefore excluded from further analysis.

The G6PD202A and G6PD376G A- alleles were among the 29 SNPs retained with minor al-
lele frequency (MAF) in excess of 1% (S2 Table). Both GGPD202A (case 16.3% vs. control
20.0%) and G6PD376G (37.4% vs. 38.5%) allele frequencies were lower in malaria cases than in
controls (P<0.02) (Table 1), and broadly similar to the trio study parents (202A 16.8%, 376G
31.3%) and children (202A 15.0%, 376G 24.1%) (S3 Table). A SNP-by-SNP association analysis
revealed 11 multiple loci where female heterozygotes appeared to be protected from severe
malaria in all its clinical phenotypes (Table 2, Fig. 1, S1 Fig.) except for cerebral malaria where
although there was evidence of heterozygous advantage effects (OR ~ 0.5), they were non-sig-
nificant due to the small number of cases (99) (P>0.018). The G6PD376 and rs762515 poly-
morphisms (both flanking G6PD202) were the only SNPs associated with all non-cerebral
malaria clinical phenotypes. The association hits across clinical phenotypes included a “core”
region consisting of 7 SNPs (rs5986990, rs2515905, rs2515904, G6PD376, G6PD202, rs762515,
1s762516) in perfect linkage disequilibrium (D’ = 1), where female heterozygotes were 48.2%
and 72.4% less likely to be a severe malaria case (any definition) than female homozygote geno-
types (P<0.006, Table 2). By comparison, there were no significant associations between G6PD
genotype and severe malaria in hemizygous males (P>0.310).

The correlation between the 29 SNPs was high (linkage disequilibrium D’ median (IQR): all
subjects 0.987 (0.811-0.997); female controls 0.988 (0.731-0.998)). Similarly, LD was high across
this region in the trio parents (all: 0.998 (0.995-0.999); female only: 0.998 (0.995-0.999)) and
children (0.998 (0.996-0.999)) (S2 Fig.). This high LD allowed us to define a small number of
haplotypes/G6PD alleles (4) that accounted for 99.6% of all alleles typed for the “core” region
(haplotype 1 = GGGAGTC, 2 = AACGGCT (6 mutations), 3 = AACGACT (7 mutations),

4 = AGGGGCC (3 mutations)). Female controls had a higher frequency of the three haplotypes
(2-4) containing mutations. Whilst protective effects were observed in females (and not males)
for these three haplotypes (OR 0.683-0.783) compared to the common type (haplotype 1, fre-
quency ~ 60%), they were not statistically significant (P>0.186), due to the heterozygous nature
of the protection in females (S4 Table). Further analysis accounting for the genotypic combina-
tions of G6PD alleles confirmed that a combination of haplotypes 1 and either 2 or 3 were pro-
tective (OR<0.38, P<0.006) compared to a double haplotype 1 (wild-type) genotype (Table 3).
This result shows that haplotypes with the 376G mutation have similar protective effect in het-
erozygotes irrespective of the presence or absence of the 202A mutation, indicating that the
376G mutation is causal. The genotypic combination of haplotypes 1 and 4 also had a potentially
protective effect (OR = 0.599), but it failed to reach statistical significance (P = 0.11).

It is possible that the greater protective effects of haplotypes 2 and 3, could be due to the
presence of more mutations (>6), leading to a possible compound heterozygous advantage ef-
fect. The number of heterozygous genotype calls in female controls was greater than in cases
(case vs. control median / mean: All SNPs 10 /9.1 vs. 7 / 7.6, P<0.001; 7 core SNPs, 3/ 3.2 vs.
0/2.1,P<0.0001). The Tajima’s D metric was applied to assess if the excess number of hetero-
zygous alleles led to evidence of balancing selection in the G6PD gene. There was very strong
evidence of balancing selection across all groups (Tajima’s D > 2.6, female controls 2.9). The
magnitude of effect is at the extreme positive tail of an observed negatively centred African
population distribution [21], where predominantly negative values demonstrate either slow
growth from a small population size, or a bottleneck that is much older than that of non-Afri-
cans [21]. This result implies that the (high) allele frequency of the SNPs in the G6PD gene is
maintained mainly, and perhaps entirely, by the protection against severe malaria of heterozy-
gous females through a balancing selection mechanism. This selection mechanism is also pre-
dicted by population genetic theory [22], and consistent with empirical data from other studies
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Fig 1. Severe malaria association results* (males—solid, females—hollow circles). * Minimum p-values from single SNP analysis adjusted for age and
ethnicity. The dashed line represents a p-value cut-off of 0.006; the vertical dashed line represents a p-value cut-off of 0.006; the G6PD/IKBKG region is
bolded on the right, and the 5 remaining SNPs are in the CTAG1A/B region.

doi:10.1371/journal.pgen.1004960.g001

[8,18]. Such mechanisms exist at other malaria candidate loci in the autosomal regions, for ex-
ample at the HbAS sickle trait [23]. There was no evidence of epistatic effects between HbS and
G6PD on severe malaria in females (P = 0.34), nor males (P = 0.98). Similarly, no evidence of
epistasis between alpha thalassaemia and G6PD (female P = 0.44; male P = 0.21).
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Table 3. Severe malaria and combinations of haplotypes. *

Haplotypes G6PD type Control (n = Case (n = Odds ratio  95% 95% P-

**® xR 255)% 236) % R LCL ucCL value
1,1 B, B 32.2 441 1.000 = = o

1,2 A,B 8.6 3.8 0.228 0.088 0.595 0.0025
1) A-, B 25.9 15.7 0.376 0.215 0.657 0.0006
1,4 B, B 14.1 13.6 0.599 0.319 1.122 0.1095
2,2 A A 0.4 0.8 1.066 0.077 14.789 0.9621
2,3 A-, A 1.6 2.5 1.351 0.297 6.156 0.6974
2,4 A, B 0.8 0.8 1.781 0.215 14.749 0.5926
3,3 A-, A- 3.5 5.1 1.173 0.429 3.207 0.7554
34 A-, B 3.1 25 0.515 0.150 1.763 0.2905
4,4 B, B 2.7 1.7 0.367 0.092 1.472 0.1574
other Mixed 71 9.3 0.995 0.454 2.183 0.9903

LCL: lower confidence interval, UCL: upper confidence interval

* Based on rs5986990, rs2515905, rs2515904, G6PD376, G6PD202, rs762515, rs762516
** Haplotype 1 = GGGAGTC, 2 = AACGGCT, 3 = AACGACT, 4 = AGGGGCC

*** Based on G6PD202 and G6PD376

**%* Adjusted for age and ethnicity

The statistically significant results are bolded.

doi:10.1371/journal.pgen.1004960.t003

Discussion

Although G6PD A- deficiency is known to protect against severe malaria in African popula-
tions, the underlying genetic mechanisms are not well understood. P. falciparum development
is hindered in G6PD deficient red cells [24], slowing the rate of parasite replication and reduc-
ing the likelihood of severe disease. Suggested mechanisms include more efficient clearance of
the infected erythrocytes [25], lower abundance of P. falciparum 6-phosphogluconolactonase
mRNA in parasites from G6PD-deficient children [26], and impaired parasite replication [27].
By using the largest set of G6PD (and surrounding loci) SNPs (n = 68) in a genetic association
study, within a Tanzanian case-control setting, we have established a set of new G6PD alleles
associated with protection. These SNPs need to be further investigated to assess their effect on
enzyme function in light of potential use of primaquine for malaria elimination. After valida-
tion, these SNPs may be used to identify G6PD-deficient individuals in studies of

primaquine efficacy.

Further, we have shown that the protective effect of G6PD deficiency is limited to female
heterozygotes. This is entirely consistent with heterozygote advantage and balancing selection,
relying on alleles at modest frequency and avoiding fixation, where protection provided by this
G6PD deficiency against severe malaria is offset by increased risk of life-threatening complica-
tions, such as neonatal jaundice and haemolytic crises. In female heterozygotes, random inacti-
vation of one of the two X chromosomes results in some cells with normal enzyme and others
with mutant enzyme [11, 28, 29], reducing the risk of both anaemia and severe malaria. We ex-
pect that the fitness of normal male hemizygotes is the same as that of normal female homozy-
gotes (since all red cells will contain fully functional enzyme), and population genetic theory
also suggests that the fitness of G6PD-deficient male hemizygotes is the same as that of G6PD-
deficient female homozygotes. Under these conditions, it is expected that the female heterozy-
gote must be the genotype with the highest fitness [22]. Two independent studies [8, 18] in two
different populations, nearly 40 years apart, are consistent in this regard, with G6PD deficiency
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A— being a balanced polymorphism with heterozygote advantage. Similarly, as the G6PD defi-
ciency A— has been estimated to be at least 5000 years old [3], balancing selection would ac-
count for it not having gone to fixation [22]. Further, balancing selection has been observed in
autosomal malaria candidate regions like FREM3, the major histocompatibility complex, and
the sickle cell trait loci [23].

Hitherto, there has been much uncertainty about the relationship between G6PD status and
susceptibility to malaria, due in part to G6PD and malaria phenotypic complexity and misclas-
sification, and potentially also from the genetic complexity of the G6PD locus with the presence
of multiple functional SNPs, each of which may separately modify an individual’s enzyme sta-
tus and susceptibility to malaria. Until very recently, almost all-large association studies geno-
typed a limited number of G6PD SNPs (e.g. G6PD202 / G6PD376 for A- deficiency), and this
approach has been too blunt to capture the full picture. However, analysis of 58 G6PD SNPs
has demonstrated major G6PD haplotypic differences between sympatric ethnic groups in
Mali [9] and genotyping of the G6PD968 polymorphism in addition to 202/376 revealed a fe-
male protective in a Gambian population [8]. With hindsight, it is clear that genotyping of
G6PDY68 in another study in the same population [14] would have prevented misclassification
of two-thirds of the G6PD-deficient samples and the erroneous reporting of a male hemizygous
protective effect. Other studies reporting male hemizygous protective effects may also be con-
founded by allelic heterogeneity, which could be avoided by more comprehensive genotyping
and by phenotypic testing for G6PD enzyme activity. A comprehensive study would include a
tull genetic survey of the G6PD and surrounding regions, with multiple populations and ethnic
groups, leading to a more complete map of G6PD that would guide future evolutionary and
association studies.

A surprising association result is that the G6PD376 mutation is potentially more influential
than G6PD202 and haplotypes that contain the 376G with or without the 202A mutation ap-
pear to be similar in terms of protective effect on heterozygotes. The 202A mutation is thought
to have a more severe effect on enzyme function than the 376G mutation (~ 12% and ~83%
of normal function, respectively [10, 30]) and coexistence of 202A/376G is responsible for
G6PD A- enzyme deficiency [20], but it is possible that more subtle changes in enzyme struc-
ture or function also affect the outcome of malaria infection. Fully understanding the role of
G6PD requires further correlation of enzymatic activity with full sequences of G6PD and sur-
rounding loci, set within large severe-malaria case and control studies. There have been no
such studies to date. A recent study of four G6PD deficiency polymorphisms (202, 376, 968, Ile-
sha) and associated enzymatic activities for 110 sequenced genes in African Americans [31]
but included only 54 heterozygous females. Enzymatic activity for G6PD376G (A+, n = 28),
376G/202A (A- deficiency, n = 23), 376G/968C (A-, n = 1), 376G/202A/968C (A-,n = 1) and
Ilesha (E156K, Nigeria, non A-, n = 1) alleles was estimated to be ~83%, ~53% ~ 58%,
~11% and ~ 75% of normal, respectively. These results are consistent with deficiency increas-
ing with additional A- related polymorphism, and by implication will change levels of protec-
tion or susceptibility to malaria. Another recent study [32] in 1,828 Kenyan children suggested
that G6PD202 was responsible for the majority of G6PD enzyme deficiency but that 376G in-
creases the risk of deficiency in 202AG heterozygotes. Neither study considered
malaria outcomes.

In summary, through a much better understanding of the true extent of genetic diversity
within and around the G6PD locus, we have identified alleles associated with protection from
severe malaria in Tanzania, driven by a balancing heterozygous advantage mechanism. Further
work should extend the mapping of diversity at this genomic region, and identify how the re-
sulting mutations relate to enzyme function, and how they vary between region and ethnic
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group. In doing so, genetic epidemiological studies are likely to provide robust and repeatable
data, which may be used to develop interventions, and improve malaria disease control.

Materials and Methods
Study participants

The study was conducted in the Teule district hospital and surrounding villages in Muheza dis-
trict, Tanga region. In this region, mortality in children under 5 years of age is 165 per 1000
(Tanzanian census 2002) and transmission of P. falciparum malaria is intense (50-700 infected
bites/person/year) and perennial, with two seasonal peaks [17]. The community prevalence of
P. falciparum parasites in children aged 2-5 years in the study area was recorded as 88.2% in
2002 [17].

Severe malaria cases (n = 506), aged six months to ten years, were recruited during a one-
year period between June 2006 and May 2007, with patent parasitaemia, and fulfilling any one
of the following eligibility criteria; history of 2 or more convulsions in last 24 hours, prostration
(unable to sit unsupported if <9 months of age or drink at any age), reduced consciousness
(Blantyre Coma scale<5), respiratory distress, jaundice, severe anaemia (Hemocue Hb < 5g/dL),
acidosis (Blood lactate > 5 mmol/L), hypoglycaemia (blood glucose < 2.5mmol/L). Cases were
defined as having had cerebral malaria if their Blantyre coma score was less than or equal to 3 on
presentation or early during admission. Participants with co-existing severe or chronic medical
conditions (e.g. bacterial pneumonia, kwashiorkor) unrelated to a severe malarial infection were
excluded. All cases were confirmed as having P. falciparum malaria parasites. Parasite infection
was initially assessed by rapid diagnostic test (HRP-2—Parascreen Pan/Pf) and confirmed by
double read Geimsa-stained thick blood films. Residence and ethnic group of both parents was
recorded from information provided by the caregiver for each child [17].

Controls (n = 477) were recruited matched on ward of residence, ethnicity and age using
household lists during a four-week period in August 2008. Study participants resided in 33 geo-
graphical wards (including Mtindiro 9.6%, Kwafungo 8.5%, Mkata 6.3%, Kwedizinga 6.0%,
others each < 5.0%) surrounding Muheza town in the Tanga region. The participants had a
median age of ~ 2.6 years, and were predominantly from seven ethnic groups (see Table 1). Be-
cause of limited sample size, we did not perform a detailed analysis based on different ethnic
groups or wards of residence.

To complement the case-control collection, we collected samples anonymously from 60
healthy parental and child trios (120 parents, 60 children) during 2007 and 2008 from lowland
villages near the West Usambara mountains in the Tanga region of Tanzania, which ranges
from high to medium levels of malaria transmission. No malaria phenotypic data is available
on these individuals, but their genotypic profiles were used to provide validation data of the ge-
netic aspects of the case-control study.

Sample collection and preparation

Approximately 3ml of venous blood was collected from participants into EDTA vacutainers. A
blood film was prepared and haemoglobin levels measured by hemocue. Children in the con-
trol group with haemoglobin levels of <11g/DL were referred to the nearest health facility;
those with a positive blood film were treated in line with Tanzanian national treatment guide-
lines and excluded from the genetic analysis. Samples were spun at 5000rpm for 5 minutes and
the plasma removed and stored for future analysis. DNA was extracted and purified from the
blood cell pellet using a nucleon kit (see [17] for details).
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Sample genotyping

Genomic DNA samples were genotyped on a Sequenom MassArray genotyping platform
[17,33]. The iPlex genotyping assays included 68 G6PD single nucleotide polymorphism (SNP)
positions (identified through resequencing and the 1000 genomes project, described in [9, 32]),
HDbS (rs334), HbC (rs33930165), HbE (rs33950507), and two SNPs that allow an estimate of
the ABO blood group rs8176719, rs8176746). In particular, the rs8176719 derived allele results
in a non-functional enzyme, and group O individuals are DD, while non-O Individuals are ei-
ther IT or ID. In addition, rs8176746 is involved in the enzyme's substrate selection and there-
fore defines either the A or B blood groups. A full list of SNPs can be found in S1 Table. The
o7 -thalssaemia deletion was typed separately by PCR [17].

Statistical analysis

All analyses involving SNPs were stratified by gender. Genotypic deviations from Hardy-Wein-
berg equilibrium (HWE) in females were assessed using a Chi-square statistical test. SNPs

were excluded from analysis if they had at least 10% of genotype calls missing, more than 2%
of males genotype calls were (falsely) called heterozygous, or if there was a distortion from
HWE in female controls (HWE Chi-square P<0.00001) [9]. On this basis, 6 SNPs were exclud-
ed (rs766419, rs743545, rs743548, b36_153424319, rs2472393, b36_153426354). A further 33
SNPs with minor allele frequency less than 1% were also removed, leaving 29 high quality SNPs
for association analysis (listed in S2 Table). The 29 SNPs are located in a genomic region with
known regulatory capacity (transcription factor binding and DNase peaks (regulomedb.org),
and both promoter and enhancer histone marks, with a number of different binding proteins
and regulatory motif changes (compbio.mit.edu/HaploReg)).

Case-control association analysis using SNP alleles or genotypes was undertaken within a
logistic regression framework, and included age and ethnic group as covariates. In this ap-
proach we modelled the SNP of interest assuming several related genotypic mechanisms (addi-
tive, dominant, recessive, heterozygous advantage and general models) and reported the
minimum p-value from these correlated tests. Epistatic effects between polymorphisms were
considered by inclusion of statistical interactions in these models. The haplotypes of females
were inferred from genotypes using an expectation-maximization algorithm [34]. Haplotype
association testing was performed using the regression models [34]. Linkage disequilibrium
was estimated using the pairwise D-prime (and R-square) metrics [35]. Performing multiple
statistical tests leads to inflation in the occurrence of false positives. A Bonferroni correction
would be too conservative because all SNPs are from the same gene. A permutation approach
that accounted for the correlation between tests estimated that a p-value cut-oft of 0.006 would
ensure a global significance level of 5%. All analyses were performed using the R statistical soft-
ware. The R haplo.stat library was used to implement haplotype analysis. The Tajima’s D met-
ric was used to quantify evidence of balancing selection based on the allele frequency spectrum
[36]. A negative Tajima's D indicates purifying selection and/or population size expansion,
while positive values may indicate balancing selection. Values greater than +2 or less than -2
are likely to be significant [36].

Ethics

All DNA samples were collected and genotyped following signed and informed written
consent from a parent or guardian. Ethics approval for all procedures was obtained from
both LSHTM (#2087) and the Tanzanian National Institute of Medical Research (NIMR/
HQ/R.8a/Vol.IX/392).
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b36_153416656-G, b36_153416679-A, b36_153417405-A, b36_153417417-A, b36_153424
232-T, b36_153426313-G, b36_153427466-T, rs5986992-C, b36_153429686-G, rs5986997-C
are all fixed; b36_153411172-G, b36_153415014-A, rs5986875-A, and b36_153426354-C all
had allele frequencies less than 1%.

(DOCX)

$4 Table. Haplotype analysis. * rs5986990, rs2515905, rs2515904, G6PD376, G6PD202,
1s762515, rs762516; LCL lower confidence interval, UCL upper confidence interval
(DOCX)

S1 Fig. Association results for sub-clinical severe malaria phenotypes (males—solid, fe-
males—hollow circles). The horizontal dashed lines represent a p-value cut-off of 0.006. Some
SNP results are not presented because of statistical model non-convergence due to low num-
bers of cases and low minor allele frequency.

(DOCX)

S2 Fig. Pairwise linkage disequilibrium. (Top left D’, Bottom right R-square; black = 0 ->
white = 1)

(a) All cases and controls

(b) Female controls

(c) All parents in the Trio study

(d) Female parents in the Trio study

(DOCX)

Acknowledgments

We thank the participants and communities in Tanga Tanzania who made this study possible,
and the healthcare workers who assisted with this work. The members of the MalariaGEN
Consortium are listed at https://www.malariagen.net/resource/1

PLOS Genetics | DOI:10.1371/journal.pgen.1004960 February 11,2015 12/14


http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pgen.1004960.s001
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pgen.1004960.s002
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pgen.1004960.s003
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pgen.1004960.s004
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pgen.1004960.s005
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pgen.1004960.s006
https://www.malariagen.net/resource/1

@‘PLOS | GENETICS

African G6PD Alleles and Severe Malaria in Tanzania

Author Contributions

Conceived and designed the experiments: EMR CJD TGC. Performed the experiments: AM
EMR CJD BN GM HW CM RO. Analyzed the data: AM NS TGC. Contributed reagents/mate-
rials/analysis tools: EMR CJD TGC BN GM HW CM RO AM NS HR. Wrote the paper: EMR
CJD TGC.

References

1.

10.

11.

12.

13.

14.

15.

16.

17.

18.

Minucci A, Moradkhani K, Hwang MJ, Zuppi C, Giardina B, Capoluongo E (2012). Glucose-6-phos-
phate dehydrogenase (G6PD) mutations database: review of the "old" and update of the new muta-
tions. Blood Cells Mol Dis. 15; 48(3):154—-65. doi: 10.1016/j.bcmd.2012.01.001 PMID: 22293322

Ruwende C, Hill A. Glucose-6-phosphate dehydrogenase deficiency and malaria (1998). J Mol Med
76: 581-588. PMID: 9694435

Tishkoff SA, Varkonyi R, Cahinhinan N, Abbes S, Argyropoulos G et al (2001). Haplotype diversity and
linkage disequilibrium at human G6PD: recent origin of alleles that confer malarial resistance. Science.
293(5529):455—-62. PMID: 11423617

Eziefula AC, Pett H, Grignard L, Opus S, Kiggundu M et al (2014). Glucose-6-Phosphate Dehydroge-
nase Status and Risk of Hemolysis in Plasmodium falciparum-Infected African Children Receiving Sin-
gle-Dose Primaquine. Antimicrob Agents Chemother. 58(8):4971-3. doi: 10.1128/AAC.02889-14
PMID: 24913169

Shah SS, Diakite SA, Traore K, Diakite M, Kwiatkowski DP et al (2012). A novel cytofluorometric assay
for the detection and quantification of glucose-6-phosphate dehydrogenase deficiency. Sci Rep 2:299.
doi: 10.1038/srep00299 PMID: 22393475

Hayden MS, Ghosh S (2004). Signaling to NF-kappaB. Genes Dev. 18:2195-224. PMID: 15371334

Fusco F, Paciolla M, Napolitano F, Pescatore A, D'Addario | et al (2012). Genomic architecture at the
incontinentia pigmenti locus favours de novo pathological alleles through different mechanisms. Hum.
Molec. Genet. 21: 1260—-1271. doi: 10.1093/hmg/ddr556 PMID: 22121116

Clark TG, Fry AE, Auburn S, Campino S, Diakite M et al (2009). Allelic heterogeneity of G6PD deficien-
cy in West Africa and severe malaria susceptibility. Eur J Hum Genetics 17:1080-5. doi: 10.1038/ejhg.
2009.8 PMID: 19223928

Maiga B, Dolo A, Campino S, Sepulveda N, Corran P et al (2014). Glucose-6-phosphate dehydroge-
nase polymorphisms and mild malaria susceptibility in Dogon and Fulani, Mali. Malaria J 13(1):270.

Beutler E, Kuhl W, Vives-Corrons JL, Prchal JT (1989). Molecular heterogeneity of glucose-6-phos-
phate dehydrogenase A. Blood 74: 2550-2555. PMID: 2572288

Sirugo G, Predazzi IM, Bartlett J, Tacconelli A, Walther M et al (2014). G6PD A- deficiency and severe
malaria in The Gambia: heterozygote advantage and possible homozygote disadvantage. Am J Trop
Med Hyg 90(5):856-9. doi: 10.4269/ajtmh.13-0622 PMID: 24615128

Guindo A, Fairhurst RM, Doumbo OK, Wellems TE, Diallo DA (2007). X-linked G6PD deficiency pro-
tects hemizygous males but not heterozygous females against severe malaria. PLoS Med 4: e66.
1. PMID: 17355169

Santana MS, Monteiro WM, Siqueira AM, Costa MF, Sampaio V et al (2013). Glucose-6-phosphate de-
hydrogenase deficient variants are associated with reduced susceptibility to malaria in the Brazilian
Amazon. Trans R Soc Trop Med Hyg 107:301-6. doi: 10.1093/trstmh/trt015 PMID: 23479361

Ruwende C, Khoo SC, Snow RW, Yates SN, Kwiatkowski D et al (1995). Natural selection of hemi- and
heterozygotes for G6PD deficiency in Africa by resistance to severe malaria. Nature 376: 246-249.
PMID: 7617034

Toure O, Konate S, Sissoko S, Niangaly A, Barry A et al (2012). Candidate polymorphisms and severe
malaria in a Malian population. PLoS One. 27(9):e43987.

De Araujo C, Migot-Nabias F, Guitard J, Pelleau S, Vulliamy Tet al (2006). The role of the G6PD
AEth376G/968C allele in glucose-6-phosphate dehydrogenase deficiency in the Seerer population of
Senegal. Haematologica 91:262—263. PMID: 16461316

Manjurano AM, Clark TG, Nadjm B, Mtove G, Wangai H et al (2012). Candidate human genetic poly-
morphisms and severe malaria in a Tanzanian population. PLoS One. 7(10):e47463. doi: 10.1371/
journal.pone.0047463 PMID: 23144702

Bienzle U, Ayeni O, Lucas AO, Luzzatto L (1972). Glucose-6-phosphate dehydrogenase and malaria.
Greater resistance of females heterozygous for enzyme deficiency and of males with non-deficient vari-
ant. Lancet 1: 107-110. PMID: 4108978

PLOS Genetics | DOI:10.1371/journal.pgen.1004960 February 11,2015 13/14


http://dx.doi.org/10.1016/j.bcmd.2012.01.001
http://www.ncbi.nlm.nih.gov/pubmed/22293322
http://www.ncbi.nlm.nih.gov/pubmed/9694435
http://www.ncbi.nlm.nih.gov/pubmed/11423617
http://dx.doi.org/10.1128/AAC.02889-14
http://www.ncbi.nlm.nih.gov/pubmed/24913169
http://dx.doi.org/10.1038/srep00299
http://www.ncbi.nlm.nih.gov/pubmed/22393475
http://www.ncbi.nlm.nih.gov/pubmed/15371334
http://dx.doi.org/10.1093/hmg/ddr556
http://www.ncbi.nlm.nih.gov/pubmed/22121116
http://dx.doi.org/10.1038/ejhg.2009.8
http://dx.doi.org/10.1038/ejhg.2009.8
http://www.ncbi.nlm.nih.gov/pubmed/19223928
http://www.ncbi.nlm.nih.gov/pubmed/2572288
http://dx.doi.org/10.4269/ajtmh.13-0622
http://www.ncbi.nlm.nih.gov/pubmed/24615128
http://www.ncbi.nlm.nih.gov/pubmed/17355169
http://dx.doi.org/10.1093/trstmh/trt015
http://www.ncbi.nlm.nih.gov/pubmed/23479361
http://www.ncbi.nlm.nih.gov/pubmed/7617034
http://www.ncbi.nlm.nih.gov/pubmed/16461316
http://dx.doi.org/10.1371/journal.pone.0047463
http://dx.doi.org/10.1371/journal.pone.0047463
http://www.ncbi.nlm.nih.gov/pubmed/23144702
http://www.ncbi.nlm.nih.gov/pubmed/4108978

@‘PLOS | GENETICS

African G6PD Alleles and Severe Malaria in Tanzania

19.

20.

21.

22,

23.

24,

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

MalariaGEN (2014). Reappraisal of known malaria resistance loci in a large multi-centre study. Nature
Genetics, Sep 28. doi: 10.1038/ng.3107.

Town M, Bautista JM, Mason PJ, Luzzatto L (1992). Both mutations in G6PD A- are necessary to pro-
duce the G6PD deficient phenotype. Hum Mol Genet. 1992 Jun; 1(3):171—4. PMID: 1303173

Garrigan D, Hammer MF (2006). Reconstructing human origins in the genomic era. Nature Reviews
Genetics 7:669-680. PMID: 16921345

Luzzatto L (2012). G6PD deficiency and malaria selection. Heredity 108, 456; doi: 10.1038/hdy.2011.
90 PMID: 22009270

Leffler EM, Gao Z, Pfeifer S, Ségurel L, Auton A et al (2013). Multiple instances of ancient balancing se-
lection shared between humans and chimpanzees. Science 339(6127):1578-82. doi: 10.1126/
science.1234070 PMID: 23413192

Luzzatto L, Usanga FA, Reddy S (1969). Glucose-6-phosphate dehydrogenase deficient red cells: re-
sistance to infection by malarial parasites. Science. 164(3881):839-42. PMID: 4889647

Cappadoro M, Giribaldi G, O'Brien E, Turrini F, Mannu F et al. (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. PMID: 9746794

Sodeinde O, Clarke JL, Vulliamy TJ, Luzzatto L, Mason PJ (2003). Expression of Plasmodium falcipa-
rum G6PD-6PGL in laboratory parasites and inpatient isolates in G6PD-deficient and normal Nigerian
children. Br. J. Haematol. 122:662—-668. PMID: 12899722

Miller J, Golenser J, Spira DT, Kosower NS (1994). Plasmodium falciparum: thiol status and growth in
normal and glucose-6-phosphate dehydrogenase deficient human erythrocytes. Exp Parasitol,
57:239-247.

Migeon BR, Kennedy JF (1975). Evidence for the inactivation of an X chromosome early in the develop-
ment of the human female. Am J Hum Genet, 27:233-9; PMID: 1124767

Beutler E, Yeh M, Fairbanks VF (1962). The normal human female as a mosaic of X-chromosome activ-
ity: studies using the gene for C-6-PD-deficiency as a marker. Proc Natl Acad SciU S A 48:9-16.
PMID: 13868717

Battistuzzi G, Esan GJ, Fasuan FA, Modiano G, Luzzatto L (1977). Comparison of GdA and GdB activi-
ties in Nigerians. A study of the variation of the G6PD activity. Am J Hum Genet 29:31-36. PMID:
835573

LaRue N, Kahn M, Murray M, Leader BT, Bansil P et al (2014). Comparison of Quantitative and Qualita-
tive Tests for Glucose-6-Phosphate Dehydrogenase Deficiency. Am J Trop Med Hygiene, in press.

Shah SS, Macharia A, Makale J, Uyoga S, Kivinen K et al (2014). Genetic determinants of glucose-6-
phosphate dehydrogenase activity in Kenya. BMC Med Genet. Sep 9; 15(1):93.

Ross P, Hall L, Smirnov I, Haff L (1998). High level multiplex genotyping by MALDI-TOF mass spec-
trometry. Nat Biotechnol 16:1347-1351. PMID: 9853617

Lake S, Lyon H, Silverman E, Weiss S, Laird N et al (2002). Estimation and tests of haplotype-environ-
ment interaction when linkage phase is ambiguous. Human Heredity 55:56—65.

Clark TG, Campino SG, Teo YY, Small K, Auburn S et al (2010). A Bayesian approach to assess differ-
ences in linkage disequilibrium patterns in genomewide association studies. Bioinformatics 26:1999—
2003. doi: 10.1093/bioinformatics/btq327 PMID: 20554688

Tajima F (1989). The effect of change in population size on DNA polymorphism. Genetics 123:597—
601. PMID: 2599369

PLOS Genetics | DOI:10.1371/journal.pgen.1004960 February 11,2015 14/14


http://dx.doi.org/10.1038/ng.3107
http://www.ncbi.nlm.nih.gov/pubmed/1303173
http://www.ncbi.nlm.nih.gov/pubmed/16921345
http://dx.doi.org/10.1038/hdy.2011.90
http://dx.doi.org/10.1038/hdy.2011.90
http://www.ncbi.nlm.nih.gov/pubmed/22009270
http://dx.doi.org/10.1126/science.1234070
http://dx.doi.org/10.1126/science.1234070
http://www.ncbi.nlm.nih.gov/pubmed/23413192
http://www.ncbi.nlm.nih.gov/pubmed/4889647
http://www.ncbi.nlm.nih.gov/pubmed/9746794
http://www.ncbi.nlm.nih.gov/pubmed/12899722
http://www.ncbi.nlm.nih.gov/pubmed/1124767
http://www.ncbi.nlm.nih.gov/pubmed/13868717
http://www.ncbi.nlm.nih.gov/pubmed/835573
http://www.ncbi.nlm.nih.gov/pubmed/9853617
http://dx.doi.org/10.1093/bioinformatics/btq327
http://www.ncbi.nlm.nih.gov/pubmed/20554688
http://www.ncbi.nlm.nih.gov/pubmed/2599369


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /CMYK
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)
    /HUN <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


