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Identifying Darwinian Selection Acting on Different
Human APOL1 Variants among Diverse African Populations

Wen-Ya Ko,1,2 Prianka Rajan,1 Felicia Gomez,1,3 Laura Scheinfeldt,1 Ping An,4 Cheryl A. Winkler,4

Alain Froment,5 Thomas B. Nyambo,6 Sabah A. Omar,7 Charles Wambebe,8 Alessia Ranciaro,1

Jibril B. Hirbo,1 and Sarah A. Tishkoff1,9,*

Disease susceptibility can arise as a consequence of adaptation to infectious disease. Recent findings have suggested that higher rates of

chronic kidney disease (CKD) in individuals with recent African ancestrymight be attributed to two risk alleles (G1 andG2) at the serum-

resistance-associated (SRA)-interacting-domain-encoding region of APOL1. These two alleles appear to have arisen adaptively, possibly as

a result of their protective effects against human African trypanosomiasis (HAT), or African sleeping sickness. In order to explore the

distribution of potential functional variation at APOL1, we studied nucleotide variation in 187 individuals across ten geographically

and genetically diverse African ethnic groupswith exposure to two Trypanosoma brucei subspecies that causeHAT.We observed unusually

high levels of nonsynonymous polymorphism in the regions encoding the functional domains that are required for lysing parasites.

Whereas allele frequencies of G2 were similar across all populations (3%–8%), the G1 allele was only common in the Yoruba (39%). Addi-

tionally, we identified a haplotype (termed G3) that contains a nonsynonymous change at the membrane-addressing-domain-encoding

region of APOL1 and is present in all populations except for the Yoruba. Analyses of long-range patterns of linkage disequilibrium indi-

cate evidence of recent selection acting on the G3 haplotype in Fulani from Cameroon. Our results indicate that the G1 and G2 variants

inAPOL1 are geographically restricted and that theremight be other functional variants that could play a role in HATresistance andCKD

risk in African populations.

Introduction

Infectious disease is a major force of natural selection in
humans, often resulting in a high frequency of genetic
variants that are protective against infection but that
might also cause disease.1 J.B.S. Haldane phrased evolu-
tionary adaptation of this kind as ‘‘temporarily successful
acquisitions of immunity’’ owing to its cost to carriers’
health.2 A classic example is the high prevalence of hemo-
globinopathies in regions where malaria is or was endemic
as a result of their protective effects against infection.3–7

For this reason, characterization of signatures of natural
selection can be informative for identifying functionally
important genetic variation that might play a role in dis-
ease susceptibility.8,9

More recently, genetic variation in APOL1 (MIM 603743)
has been demonstrated to be associated with resistance to
human African trypanosomiasis (HAT) and with suscepti-
bility to chronic kidney disease (CKD) in African
Americans. CKD is a progressive loss of renal function
over time and affects over 14% of adults in the United
States. Severe forms of CKD are typically characterized on
the basis of clinical phenotypes such as diabetic nephrop-
athy, hypertensive nephrosclerosis, lupus nephritis, focal
segmental glomerulosclerosis (FSGS), and end-stage renal

disease (ESRD). Many of these symptoms occur at dispro-
portionally high rates among individuals of African
descent. For example, African Americans suffer from
ESRD rates that are four times higher than those in Euro-
pean Americans.10–18 Initial studies indicated that ESRD
and FSGS are strongly associated with MYH9 (nonmuscle
myosin heavy chain 9 [MIM 160775]) in chromosomal
region 22–q12 in African Americans.MYH9was considered
a strong candidate for disease risk because of its expression
in podocyte cells of the Bowman’s capsule, which wraps
around the capillaries of the renal glomerulus,19–22

although a causative variant was not identified.23 Using
sequence data from the 1000 Genomes Project to identify
MYH9-proximal variants that differ in frequency between
the Nigerian Yoruba and European populations, Genovese
et al.24 and Tzur et al.25 identified two risk alleles (termed
G1 and G2) at APOL1, located 14 kb fromMYH9, and these
alleles accounted for most of the statistical association pre-
viously attributed to the MYH9 variants.
Apolipoprotein L1, encoded by APOL1, is a serum apoli-

poprotein bound to high-density-lipoprotein (HDL) parti-
cles. APOL1 belongs to the apolipoprotein L gene family,
which is composed of six genes spanning over 619 kb on
human chromosome 22. In human blood, APOL1 is one
of the major components of trypanosome lytic factor
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(TLF), which lyses pathogenic Trypanosoma brucei, a para-
sitic protozoa transmitted by the tsetse fly. HAT occurs in
a large geographic region including 36 sub-Saharan coun-
tries and is caused by two different T. b. subspecies, T. b.
rhodesiense and T. b. gambiense, which cause the eastern
and western forms of HAT, respectively.26 On the basis of
the lytic properties of APOL1 and the observation that
both risk alleles exist on unusually long haplotypes, a
pattern consistent with recent positive selection, Genovese
et al.24 speculated that the risk alleles associated with CKD
might have increased in allele frequency rapidly because of
their potential protective effects against HAT.
Prior studies have focused on analyzing genetic signa-

tures of selection at APOL1 in the Yoruba population
from Nigeria in western Africa.24 However, in vitro assays
of trypanolytic activity have shown that the two renal
risk alleles are resistant only to T. b. rhodesiense, which
causes the eastern form of HAT. No variants have been
found to confer resistance to T. b gambiense, which is
currently endemic in western Africa.24 Because African
populations are genetically highly substructured, it is
possible that patterns of genetic variation in APOL1 might
differ in other populations.27 In this study, we sequenced a
1.4 kb APOL1 region that encompasses the last exon,
which carries the G1 and G2 alleles, in 187 individuals
from ten geographically and ethnically diverse African
populations (Figure 1). We observed unusually high levels
of nonsynonymous genetic variation with differing allele

frequencies and linkage-disequilibrium (LD) patterns
across sub-Saharan Africa. We analyzed patterns of nucleo-
tide variation and detected signatures of adaptive evolu-
tion on the basis of long-range haplotype homozygosity.
We further identified several variants that appear to be tar-
gets of selection, suggesting that these variants are candi-
dates for HAT resistance, as well as potential candidates
contributing to CKD susceptibility in Africans.

Material and Methods

Ethnic Groups and DNA Samples
Human DNA samples were collected from 187 unrelated individ-

uals from ten different African ethnic groups, including the

Yoruba from Nigeria; the Bakola pygmy, Fulani, Lemande, and

Mada from Cameroon; the Borana and Sengwer from Kenya;

and the Hadza, Datog, Iraqw, and Sandawe from Tanzania.

Approval of the institutional review boards for our research project

was received from both the University of Maryland and the Uni-

versity of Pennsylvania. Prior to sample collection, research-ethics

permits and approval were also obtained from the Commission for

Science and Technology and the National Institute for Medical

Research in Dar es Salaam, Tanzania; the Kenya Medical Research

Institute in Nairobi, Kenya; the Nigerian Institute for Research and

Pharmacological Development in Abuja, Nigeria; and theMinistry

of Health and National Committee of Ethics in Cameroon. Writ-

ten informed consent was received from all participants. Subject

identity was anonymized.

PCR and DNA Resequencing
We resequenced the last exon (883 bp) of APOL1 and its adjacent

intron for a total of 1.4 kbof sequence (Figure2). This genetic region

was chosen because it encodes the pore-forming, membrane-

addressing, and serum-resistance-associated (SRA)-interacting

domains, which are involved in APOL1-associated trypanolysis,

andbecausevariants in this regionhavebeen foundtobeassociated

with CKD risk.24,25,29 The targeted region was amplified with the

use of several gene-specific primer pairs. PCR experimentswere per-

formed under the condition of 200 mMof dNTP (Promega), 0.2 mM

of each primer, and 1.5–2.5mMofMgSO4with the use of Platinum

Taq DNA Polymerase High Fidelity (Invitrogen). PCR cycles con-

sisted of one cycle of preincubation (94!C for 1 min), 35 cycles of

amplification (95!C for 30 s, 60!C–64!C for 30 s, and 72!C for 45

s), andone cycle of extension (72!C for 7min). TheMgSO4 concen-

tration and PCR annealing temperature varied among different

primer sets (see Table S1, available online, for information on

primer pairs and MgSO4 concentrations). Alkaline phosphatase

and exonuclease I (United States Biochemicals) were applied for

PCR purification, and sequencing reactions were subsequently

performed with an automated ABI 3730xl High-Throughput DNA

Sequencer (Applied Biosystems). The sequence contigswere assem-

bled and heterozygous sites were identified with the Sequencher

5.0 application (Gene Codes Corporation). Sequences obtained

for this study were submitted to the GenBank sequence database

with the accession numbers KC339295–KC339481.

Estimating Genetic Diversity, Frequency Spectra of
SNPs, and LD
All DNA sequences from 187 individuals were aligned with the

CLUSTALW algorithm implemented in the MegAlign application
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Figure 1. Geographic Distribution of the Endemicity of HAT and
Sampled Populations in Sub-Saharan Africa
The map of the endemicity of HAT was adapted from the World
Health Organization Report on Global Surveillance of Epidemic-
Prone Infectious Diseases.28 The endemicity distribution ismarked
by a black line separating HAT into theWest African form, which is
caused by Trypanosoma brucei gambiense, and the East African
form, which is caused by T. b. rhodesiense.
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(DNASTAR software package) and examined by eye. The haplo-

type sequences were inferred with PHASE version 2.1.30,31 Watter-

son’s estimate of nucleotide heterozygosity (qw) was computed for

estimating nucleotide diversity for a given population.32 We also

computed Tajima’s D statistic to characterize allele-frequency

spectra of SNPs and to test for deviation from a neutral equilib-

riummodel by contrasting the difference between p (average pair-

wise nucleotide differences) and qw (D " p# qw=
!!!!!!!!!!!!!!!!!!!!!!
Var$p; qw%

p
).

The significance levels were determined by a null distribution

generated by a coalescent-based simulation assuming constant

population sizes over generations and no recombination for a

given observed number of segregating sites (S) and number of

sampled chromosomes. For a given variant present in more than

half of the ten populations, FST was calculated for quantifying

the levels of difference in allele frequency across populations.33

For any given pair of SNPs, LD was estimated by the squared cor-

relation coefficient, rij " $pij # pipj%2=pi$1# pi%pj$1# pj%, where pij
is the frequency of one of the four possible gametic types for a

given pair of SNPs i and j and where pi and pj are the allele fre-

quencies of SNPs i and j, respectively.34 The two-tailed Fisher’s

exact test was applied for computing the probability of the

observed numbers of four gametic types under the null hypothesis

of linkage equilibrium for determining the statistical significance

of association between two given polymorphic sites. The LD

maps were plotted with the LD heatmap package written in R.35

A list of all phased haplotypes and their frequencies is provided

in Table S2.

SNP Genotyping and Detecting Signatures of Recent
Darwinian Selection
Genovese et al.24 have shown that the G1 and G2 alleles at APOL1

are candidates for recent Darwinian selection in the Yoruba popu-

lation. In this study, we were also interested in the detection of

recent adaptive selection for other APOL1 variants identified in

these ten populations. Under the scenario of recent positive selec-

tion, a selection-favored variant is expected to increase its fre-

quency in a population much faster than a neutral mutation in

a considerably short period of evolutionary time. Therefore,

recombination does not occur sufficiently to break down the

haplotype that carries the selected variant and subsequently re-

sults in an unusual long-range LD haplotype in comparison with

other haplotypes that contain only neutral variants. In order to

characterize long-range LD patterns of haplotypes, we analyzed a

subset of our sampled individuals for whom we had whole-

genome SNP genotyping data. Our analyzed data were a subset

of the whole-genome SNP genotyping data generated with the Il-

lumina Human 1M-Duo DNA Analysis BeadChip (data not

shown). We combined all the APOL1 variants identified from

our resequencing efforts in this study with the SNP genotyping

data that include 1,083,730 SNPs for the entire genome (excluding

sex chromosomes) after quality control for SNP calls. Overall, 145

out of 187 individuals were included in this data set for the long-

range-haplotype LD analyses.

We first characterized the long-range LD patterns for the ances-

tral and derived alleles by calculating the extended haplotype ho-

mozygosity (EHH) for a given polymorphic site.36 We then

computed the integrated haplotype score (iHS), which summa-

rizes the differences in the observed decay of EHH between the

ancestral and derived alleles for each polymorphic site, and

compared the iHS for a given SNP of interest to the empirical

iHS distribution estimated across the genome.36,37 We first per-

formed fastPHASE (version 1.4) to phase the Illumina 1M SNPs

for each chromosome separately after adding the SNPs identified

from our resequencing effort into the SNP data for chromosome

22.38 The combined SNP data set resulted in a high density of

SNPs at APOL1’s last exon, which was our genetic region of inter-

est. We then measured decay of LD by calculating the EHH for a

given core SNP and the surrounding SNPs in the order of

increasing distances: starting with the core SNP (EHH " 1) and

continuing with the next closest neighboring SNPs to the core

SNP at both proximal and distal sides. EHH statistics were calcu-

lated for all possible surrounding SNPs until the value fell under

0.05. The EHH is calculated as EHHt "
Ps

i"1

"
eij
2

#$"
ct
2

#
, where

t is the core haplotype tested, c is the number of samples of a

particular core haplotype, e is the number of samples for a partic-

ular extended haplotype, and s is the number of unique extended

haplotypes according to Sabeti et al.39 The EHH was calculated for

all possible SNPs that had at least two minor allele copies in the

sample (minor allele frequency > 0.05) for a given population.

The estimated EHH values of the core and neighboring SNPs
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Figure 2. Spatial Distribution of Genetic
Variants at the Functional-Domain-Encod-
ing Region of APOL1
The APOL1 genetic region, which codes
for the pore-forming (blue), membrane-
addressing (green), and SRA-interacting
(orange) domains, and the adjacent
intron are marked by genetic variants
identified in this study. Each synony-
mous and intronic SNP is labeled by
a gray line. Each nonsynonymous SNP
is labeled by a black line with its
genomic position (based on NCBI
Genome browser build 36.1) and refer-
ence SNP ID if it is described in dbSNP.
For those nonsynonymous SNPs that
are not present in dbSNP (build 137),
the changes of nucleotide state are
given according to RefSeq NG_023228.1.
The indel variant (i.e., G2 allele) is

labeled by an inverted triangle. The nucleotide site of each variant at our sequence alignment is labeled at the
bottom of the gene. The nucleotide sites that define the G3 haplotype are labeled with asterisks.
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were plotted against their genetic distances for the derived and

ancestral alleles for a given core site. An allele was determined to

be ancestral or derived with the use of gorilla and orangutan as

outgroups (APOL1 is absent from the chimpanzee genome40). In

a few cases, the rhesus macaque sequence was used as an outgroup

if the data were missing from the two great apes.

The genetic map used for calculating the iHS was taken from Jar-

vis et al.41 This fine-scale genetic map was generated from a SNP

data set including a total of 100 unrelated individuals from the

Yoruba in Ibadan, Nigeria, and the Luhya in Webuye, Kenya, in

HapMap3 Release 2 (January 2009). A composite-likelihood

method was performed for estimating the population recombina-

tion parameters (4Ner, whereNe is effective population size and r is

recombination rate per generation) between consecutive markers

with the use of LDhat as detailed in Jarvis et al.41 The area under

the EHH curves for derived and ancestral alleles can be integrated

separately, and the test statistic, iHS (unstandardized), is calculated

as ln(iHHA / iHHD), where iHHA and iHHD are integrated EHH

values for ancestral and derived alleles, respectively. The iHS test

statistic reflects the differences in the long-range LD patterns be-

tween the haplotypes carrying the ancestral and derived alleles.

The iHS estimate can be normalized on the basis of an empirical

distribution obtained from all possible SNPs whose derived allele

frequency matches the frequency at the core SNP of interest, as

described by Voight et al.37

In addition to EHH and iHS analyses, the r2 estimates of LD were

also plotted against their physical distances between all possible

pairs of polymorphic sites (with minor allele frequency R 3% ac-

cording to Verrelli et al.42) in each population for illustrating the

decay of LD in a 30 kb region surrounding our resequenced region.

A fitted regression line was determined on the basis of nonlinear

least-squares estimates of the parameters of a nonlinear model,

E$r2% " 1=$a& r%, where r is 4Ner, according to Hudson.43

Results

High Levels of Nonsynonymous Variation in APOL1
across Diverse Ethnic Groups
We resequenced a 1.4 kb region that includes APOL1’s last
exon (883 bp), which codes for three APOL1 functional do-
mains—the pore-forming, membrane-addressing, and
SRA-interacting domains—that are required for lysing try-
panosomes, and a portion (518 bp) of the adjacent intron
across 187 ethnically diverse African individuals origi-
nating from ten populations (see Figures 1 and 2). Overall,
we identified 38 variants across the ten populations. These
variants included 15 nonsynonymous SNPs and a 6 bp in-
del (i.e., the G2 variant [rs71785313]), which removed two
amino acids (i.e., p.Asn388_Tyr389del based on RefSeq
accession number NM_003661.3). Of the 15 nonsynony-
mous SNPs and one indel variant, eight were common var-
iants observed in at least six out of the ten populations,
and the FST estimates were highest among Africans (0.21)
at sites 1,228 and 1,356, which are in complete LD (i.e.,
the G1 allele; see Figure 2 and Table 1). Three of the 16 var-
iants occurred at the pore-forming domain, five occurred at
the membrane-addressing domain, and six, including the
G1 and G2 variants, occurred at the SRA-interacting
domain. Three nonsynonymous SNPs at sites 1,097,

Table 1. Minor Allele Frequencies of Nonsynonymous Variants at the Last Exon of APOL1 in African Human Populations

Site Protein Alteration

Cameroon Kenya Nigeria Tanzania

Fulani Lemande Mada Bakola Borana Sengwer Yoruba Hadza Iraqw Sandawe FST

652 p.Gly150Lys 39% 44% 39% 13% 44% 45% 14% 16% 37% 47% 0.10

731 p.Asn176Ser - 6% 11% 5% - - 11% - 3% - -

888G3 p.Met228Ile 26% 3% 3% 32% 14% 16% - 5% 16% 5% 0.098

968G3 p.Lys255Arg 26% 3% 3% 13% 8% 16% - 5% 13% 3% 0.073

996 p.Asn264Lys - 6% 5% - 8% 8% - 34% 5% - 0.15

1,001 p.Leu266Arg - - - - - 3% - - - 3% -

1,013 p.Gly270Asp - - - 5% 8% - - - 11% 8% -

1,097 p.His298Arg - - - - - - - - - 3% -

1,136 p.Ser311Leu - - - - 3% - - - - - -

1,213 p.Asp337Asn 8% 14% - 18% 14% 8% 14% 21% 21% 37% 0.046

1,228G1 p.Ser342Gly - - 3% 5% - - 39% 5% 5% 5% 0.21

1,258 p.Leu352Phe - - - - - 5% - - - - -

1,354 p.Ile384Phe - - - - - - - - 3% 5% -

1,356G1 p.Ile384Met - - 3% 5% - - 39% 5% 5% 5% 0.21

1,357 p.Leu385Phe - - - - - - - - - 3% -

1,368G2 p.Asn388_Tyr389del 8% 3% 3% 5% 3% 3% 6% - 3% - 0.017

‘‘Site’’ represents the nucleotide position of each variant in our sequence alignment (also see Figure 2). The G1, G2, and G3 variants are labeled as superscripts at
their positions. The amino acid positions are based on RefSeq NM_003661.3. FST estimates are shown only for the common variants that were observed in more
than half of the ten populations.
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1,258, and 1,354 were not present in dbSNP (build 137; see
Figure 2). Although this exon has been previously
sequenced in the Yoruba population,24 only 5 out of the
16 nonsynonymous variants identified in the current
study were observed in this population. Nucleotide diver-
sity estimated by Watterson’s qw ranges from 0.0019 to
0.0035 in these ten populations (Table 2), which makes it
>4-fold higher than the average qw estimated in exons
across the entire genome.44 In addition, 18 SNPs were
identified in the 518 bp intron region, and none were pre-
sent in dbSNP.
The G1 risk allele, which carries two derived nonsynon-

ymous variants (rs73885319 and rs60910145), was
observed in six out of ten populations: Bakola Pygmies
and Mada from Cameroon, Hadza, Iraqw, and Sandawe
from Tanzania, and Yoruba from Nigeria. The allele fre-
quency of G1 was highest in the Yoruba population
(39%), consistent with Genovese et al.,24 but was %5%
in each of the other five populations (Table 1). The G2 in-
del, another risk allele associated with CKD, was observed
in most populations except for the Hadza and Sandawe
hunter-gatherers from Tanzania and had allele frequencies
ranging from 3% to 8% (Table 1). We also identified three
additional nonsynonymous SNPs that occurred at the
same SRA-interacting domain as G1 and G2 (i.e., sites
1,258, 1,354, and 1,357; see Figure 2). The SNP at site
1,354 occurred at the same codon (but different nucleotide
sites) that codes for one of the two amino acid changes in

allele G1 but caused a different amino acid change
(p.Ile384Phe, RefSeq NM_003661.3). This variant was
observed only in the Iraqw and Sandawe from Tanzania
with allele frequencies of 3% and 5%, respectively. Allele
frequencies for the intron and synonymous SNPs in each
population are given in Table S3.

LD Patterns between Genetic Variants at APOL1
Patterns of LD were characterized by r2 estimates for all
pairwise comparisons for the polymorphic sites with mi-
nor allele frequency R 3% in each of the ten populations.
The two G1 nonsynonymous SNPs that were 128 bp apart
from each other were in complete LD in each of the six
populations in which they were observed (Figure 3A). No
other variants were found in significant LD with these
two G1 SNPs at our resequenced region. No SNPs were
found significantly associated with the G2 allele either.
We further observed eight polymorphic sites in strong

LD in most populations except for the Yoruba (average r2

estimates ranged from 0.6 to 1.0; also see Figure 3A); they
form a haplotype that we hereafter refer to as the ‘‘G3’’
haplotype. Haplotype-network analysis indicated that the
G3 haplotype occurs on a branch that is highly divergent
from all other common haplotypes at APOL1 (Figure 3B).
The eight polymorphic sites that distinguish this haplo-
type are distributed across the 1.4 kb region and include
two synonymous SNPs (sites 858 and 1,164), two non-
synonymous SNPs at sites 888 (rs136175) and 968
(rs136176) located at the pore-forming domain and mem-
brane-addressing domain, respectively, and four intronic
SNPs (sites 243, 383, 471, and 474). In addition, one pop-
ulation-specific synonymous SNP at site 1,386 was found
to be strongly linked with five of the G3 SNPs (r2 " 0.65
and p" 0.005 for each pairwise comparison) in the Borana
from Kenya (Figure 3A). An additional nonsynonymous
SNP at site 1,001 (rs142955744) was found in complete
LD with five of the G3 SNPs in the Sandawe population
(r2 " 1 and p < 0.001 for each pairwise comparison). We
found the G3 haplotype to be most common in the Fulani
(21% in haplotype frequency), Bakola (11%), Sengwer
(11%), and Iraqw (13%) populations compared to other
populations (0%–5%). The detailed results of r2 estimates
for all pairwise comparisons between SNPs in each popula-
tion are provided in Table S4.

Identifying Signatures of Recent Adaptive Evolution
We first used Tajima’s D statistic, a summary statistic based
on the allele-frequency spectrum, to test for deviation from
neutral expectation. Our results showed no significant de-
parture from neutrality in the intron, exon, or full
sequence (Table 2). We further performed EHH and iHS an-
alyses to detect signatures of recent selection by character-
izing long-range patterns of LD for a subset of our sampled
individuals for whomwe had Illumina 1M SNP genotyping
data from the entire genome. The iHS and EHH statistics
were computed only for SNPs with a minor allele fre-
quency > 5%.37 As a result, the sample size for each

Table 2. Genetic Diversity of APOL1 in Human African Populations

Ethnic Groups n S Sint Ssyn Sa qw Dint Dexon Dtotal

Cameroon

Fulani 38 17 10 2 5 0.0029 0.41 0.80 0.66

Lemande 36 19 11 2 6 0.0033 #1.21 #1.01 #1.24

Mada 38 15 5 2 8 0.0026 #0.05 #1.44 #1.07

Bakola 38 17 7 2 8 0.0029 0.17 0.04 0.11

Kenya

Borana 36 21 11 3 7 0.0036 #0.59 #0.50 #0.60

Sengwer 38 18 9 2 7 0.0031 0.37 #0.35 #0.01

Nigeria

Yoruba 36 11 4 2 5 0.0019 0.12 #0.06 0.01

Tanzania

Hadza 38 15 6 2 7 0.0026 0.04 #0.62 #0.39

Iraqw 38 22 10 2 10 0.0038 0.19 #0.50 #0.21

Sandawe 38 22 9 2 11 0.0038 #0.47 #1.10 #0.92

Total 374 38 18 4 15 0.0041 #0.73 #0.71 #0.79

Abbreviations are as follows: n, number of chromosomes; Sint, number of segre-
gating sites with intronic SNPs; Ssyn, number of segregating sites with synony-
mous SNPs; Sa, number of segregating sites with amino-acid-changing SNPs;
qw, Watterson’s estimate of heterozygosity; and Dint, Tajima’s D for introns;
Dexon, Tajima’s D for exons; and Dtotal, Tajima’s D for the total sequenced
region.
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population was reduced (see Figure 4). Because of the small
sample size, the G2 risk allele was excluded from the EHH
and iHS analyses.
We identified outliers of iHS for SNPs within the 1.4 kb

resequenced region of APOL1 by comparing them to the
empirical iHS distributions estimated from the genome
for different frequency classes with a 95% cutoff threshold.
The plots of jiHSj statistics for SNPs located at APOL1 and
for flanking SNPs across an ~120 kb chromosomal region
encompassing APOL2 (MIM 607252), APOL1, and MHY9
are shown in Figure 4. Our results showed evidence of
adaptive selection on the G3 haplotype in the Fulani pop-
ulation, in which allele frequencies of all G3 SNPs were
larger than 20%. The jiHSj estimates fell outside the 95%
cutoff thresholds for most of the G3 variants, and the high-
est jiHSj (2.67) was at site 243 (Figure 4, also see Figure S1).
The EHH plots show that among the eight G3 SNPs, three
have EHH on chromosomes containing their derived al-
leles; site 968 (rs136176) is a nonsynonymous SNP located
at the membrane-addressing domain, and sites 383 and
1,164 are intronic and synonymous SNPs, respectively
(Figure 5A). For the other populations, we did not observe
any of the G3 SNPs outside of the 95% empirical-distribu-
tion thresholds. However, it is worth noting that allele fre-
quencies of these G3 SNPs were lower than 20% in most
populations except for the Fulani (Table 1 and Table S3),
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A Figure 3. Heatmap of Pairwise LD and
Haplotype Network for the APOL1 Vari-
ants in African Populations
(A) Pairwise estimates of r2 between the
APOL1 variants. Each pixel represents a
pairwise LD measurement using the
squared correlation coefficient (r2). r2 was
measured for all possible pairs of polymor-
phic sites. Levels of LD ranging from 0 to 1
are illustrated according to a white-to-red
color gradient. The sequence position of
each variant is marked by a black line
segment on a diagonal line, and the posi-
tions for the G3 SNPs marked by asterisks
are labeled in blue. The sequence positions
(i.e., sites 1,228 and 1,356) of G1 SNPs are
labeled in black.
(B) Network analysis of the APOL1 haplo-
types. Each node represents a haplotype,
and the nodes representing the G1, G2,
and G3 haplotypes are labeled. The size
for a given node is proportional to its
haplotype frequency. The sequence posi-
tions of the eight SNPs that define the G3
haplotype (G3) are labeled.

reducing our power to detect signa-
tures of selection by using iHS or
EHH analyses.37

For the G1 haplotype in the Yoruba
population, the EHH plot shows that
the derived allele has a longer
extended LD haplotype than the
ancestral allele (Figure 5B). However,

the iHS of G1 (#1.49) fell inside the 95% cutoff threshold
(Figure 4), showing some discrepancies between our result
and that of Genovese et al.24 For the other populations
(i.e., Bakola, Iraqw, and Sandawe), the allele frequencies
of G1 SNPs were %5% (Table 1). Finally, we identified
two adjacent intronic SNPs that were in strong LD (r2 "
0.663, p < 0.001) and that were outliers in the iHS analysis
in the Borana population from Kenya (jiHSj " 2.0 and 2.4
for sites 164 and 297, respectively; see Figure 4). We
observed long-range LD extending only to the left side of
the two SNPs at positions 164 and 297. Fast LD decay
was observed on the right site of the EHH curve, correlating
with the location of a recombination hotspot according to
the recombination map of Kong et al.45 (Figure 5C). The
plots of EHH against genetic distance are given in
Figure S2. We also performed the McDonald-Kreitman
and dN/dS ratio tests for detecting signatures of natural se-
lection that might have occurred prior to the divergence of
human populations. We observed no significant deviation
from neutral expectation (Tables S5 and S6 and Figure S3).

Patterns of LD Decay at Low-Frequency Candidate
Variants
Whereas EHH and iHS analyses are usually sensitive for
detecting positive-selection signatures for intermediate-
frequency variants, we found the allele frequencies of the
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G3 variants to be low (<20%) in many African populations
(Table 1 and Table S3). In order to further characterize LD
decay of the G3 haplotype in these populations, we plotted
r2 estimates between all SNPs (with allele frequencyR 3%)
against their physical distances across a 30 kb region flank-
ing the last exon of APOL1 for those individuals who had
resequencing and Illumina 1M SNP data. We then looked
at how far LD extended for the SNPs composing the G3
haplotype in comparison with the r2 distribution esti-
mated from the remaining SNPs. Figure 6 illustrates the
plots of LD decay for the six populations containing two
or more G3-associated SNPs in each population, and pair-
wise r2 is highlighted for each of the G3-associated SNPs.
In the Fulani population, more than 90% of r2 values
within the G3-associated SNPs showed higher LD than ex-
pected across a 15 kb region on the basis of the 95% predic-
tion interval. This pattern is consistent with the results of
the EHH analysis, which also showed unusual extended
long-range haplotype homozygosity for the G3 SNPs
(Figure 5A). Similarly, extended LD was also observed in
the Borana, Hadza, and Iraqw populations, in which
>90%, 100%, and 100% of r2 values, respectively, within
the G3-associated SNPs showed higher levels of LD than
expected on the basis of the 95% prediction interval in
each of the three populations. In contrast, we observed
no distinct LD patterns between the G3-associated SNPs
and the remaining SNPs in the Bakola and Sengwer popu-
lations. The LD-decay plots for the other four populations

(i.e., Lemande, Mada, Yoruba, and Sandawe) are given in
Figure S4.

Discussion

Geographic Distribution of G1 and G2 CKD Risk
Alleles
Although the G1 allele of APOL1 has been identified as a
risk allele contributing to CKD susceptibility for individ-
uals of recent African descent, several studies have shown
that the G1 allele is common only in western Africa and
has the highest frequency (>40%) in the Yoruba from
Nigeria.46–48 In our study, we also found that the allele fre-
quency of G1 differs greatly between the Yoruba (38%) and
other populations (%5.3%, Table 1), consistent with previ-
ous findings. The high incidence of the G1 risk allele in
African Americans is in agreement with the finding of
Tishkoff et al.27 and Bryc et al.,49 who showed high levels
of West African ancestry in African Americans. In contrast,
although the G2 risk allele is present in most African pop-
ulations, allele frequencies are low (%8%).

Evidence of Recent Darwinian Selection on APOL1
Variants
In this study, we identified an additional haplotype
(termed G3) that is highly divergent from the major haplo-
type groups at APOL1 in nine of the ten populations

Figure 4. Plots of iHS Values for SNPs of APOL1 and the Adjacent Chromosomal Regions in African Populations
The absolute values of standardized iHS (jiHSj) are plotted against the genomic positions (NCBI Genome browser build 36.1) of SNPs at
APOL1 and the neighboring genetic regions on chromosome 22 for a subset of our samples in each population. The number of chromo-
somes (n) is given for each population. The estimates of jiHSj are colored in red for the G1 SNPs and in orange for the G3 SNPs. The 95%
cutoff value (1.96) of the empirical distribution of standardized iHS is given in each plot (dashed line).
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investigated (Figure 3B). Interestingly, none of the SNPs on
the G3 haplotype were found in the Yoruba. In the Fulani
population, long-range-LD analysis based on EHH and iHS
statistics showed that most G3 SNPs fall outside the 95% or
even 99% thresholds of the empirical distributions esti-
mated from the entire genome. These results suggest that
the G3 haplotype, or flanking region, might contain an
adaptive mutation (or mutations) that was favored by se-
lection, rapidly rose in frequency in the population, and
thus resulted in strong and locus-specific LD, a signature
of recent adaptive selection. The Fulani are predominantly
pastoralists (who practice cattle herding), making them
likely to have been subjected to severe HAT infections in
the past. Indeed, it has been suggested that HAT impacted
the migration history of the Fulani in the middle ages.50

We also identified two intronic SNPs (at sites 164 and 297
in strong LD) as outliers of iHS analysis in the Borana pop-
ulation from Kenya, although the unusual EHH was only
observed for the upstream region flanking these two sites
(Figure 5C). In fact, most of the EHH plots showed fast
drops in EHH values at our resequenced region (Figure 5).
It is notable that our resequenced region is less than 1 kb
from a recombination hotspot inferred to be 29-fold higher
than the average rate across the genome on the basis of
the recombination map of Kong et al.,45 who measured
recombination rates from directly observed recombination
events by using the SNP data of parent-offspring pairs (see
Figure 5C). This hotspot, however, was not identified in the
recombination map used in our analysis and was therefore
not taken into account during iHS computation (the
recombination map of Kong et al.45 could not be used for
computing the iHS for our analysis because of its low SNP
density at the region surrounding APOL1). Whereas the
actual boundary of this recombination hotspot remains
to be determined at a finer scale, the observed drastic drops
in the EHH plots imply that our resequenced region over-
laps the recombination hotspot. In other words, the
genetic distancemight be greatly underestimated at this re-
gion, and consequently, the iHS statistics might be under-
estimated for these APOL1 SNPs of interest. Therefore, our
inference of recent selection on the G3 haplotype in Fulani
appears to be conservative.
Additionally, our analysis showed a lower iHS for the G1

allele in the Yoruba population than did Genovese et al.,24

who observed no drastic drop in EHH at either side flank-
ing the G1 allele. This discrepancy can be at least partly
explained by the effects of this closely flanking or overlap-
ping recombination hotspot. Their data did not contain
many SNPs adjacent to the G1 SNPs, and consequently,
the recombination events were less likely to be detected
at this region. This is because two remote variants can be
in complete LD given that multiple recombination events
have occurred if the number of crossover events is even. In
such a case, we would expect no drop in EHH values be-
tween the two remote variants, similar to the EHH plot
shown in Genovese et al.24 The recombination events
can be better detected if the number of markers is increased
and can consequently cause drops in EHH, as observed
in our EHH plot for G1 in the Yoruba population
(Figure 5B). To test for this possible interpretation, we
repeated the EHH and iHS analyses by removing the in-
tronic SNPs at our resequenced region (see Figure 2). Subse-
quently, we no longer observed a drastic drop in EHH near
the G1 SNPs, and the jiHSj (1.92) became higher than the
former estimate (1.42) (see Figure S5 for the EHH plot of G1
after exclusion of intronic SNPs).

Selection Signatures for the Low-Frequency G3
Haplotype in the Borana, Hadza, and Iraqw
Populations
It has been shown that iHS analysis has limited statistical
power for positive selection influencing alleles at low
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Figure 5. Decay of EHH for APOL1 Variants in Three African Pop-
ulations
The decay of EHH for the eight SNPs of the G3 haplotype in the
Fulani in Cameroon (A), for the G1 allele in the Yoruba in Nigeria
(B), and for the two intron SNPs identified as outliers in the iHS
analysis in the Borana in Kenya (C). The ancestral (anc) and
derived (drv) alleles that show unusual long-range haplotype ho-
mozygosity are labeled by their positions in our sequenced region
(see Figure 2). The sex-averaged standardized recombination rates
(labeled as ‘‘recomb rate’’ on the right y axis) in 10 kb bins are
plotted (in dashed line) against the chromosomal positions ac-
cording to Kong et al.45
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frequency (<20%).37 In our study, only the Fulani popula-
tion had sufficiently high frequency for the G3 haplotype
(>20%) to obtain power to detect selection with the use of
iHS analysis. Frequencies of the G3 haplotype in the other
populations were less than 20%, making it difficult to
detect selection signatures with iHS or other statistical tests
based on the allele frequency spectrum, such as Tajima’s
D.37,51,52 To examine the pattern of LD decay at a fine scale
for the G3 haplotype, we plotted r2 estimates for the pair-
wise comparison between SNPs against their physical dis-
tances for a 30 kb region flanking the last exon of
APOL1. In addition to observing extended LD in the
Fulani, we also observed extended LD for the G3-associated
SNPs in the Borana, Hadza, and Iraqw populations relative
to the background level of LD (Figure 6).
Several possible evolutionary mechanisms can cause

elevated LD for a low-frequency haplotype in a population.
First, gene conversion is a commonmechanism in a multi-
gene family and results in genetic exchange between dupli-
cated genes that share high sequence homology. Gene
conversion occurs by transferring a segment of DNA
sequence from a donor to a recipient gene, and it can
thus cause local elevation of LD. For this reason, we tested
for gene conversion between APOL1 and its closest homo-
log, APOL2, but found no evidence of gene-conversion
events (see the detailed results in Figure S6). Second, recent
population admixture can also create LD between loci
regardless of their physical distances if allele frequencies
differ considerably between populations.53 Additionally,
migration events could introduce novel haplotypes into
a population, resulting in strong LD. Under such demo-
graphic scenarios, patterns of elevated LD are expected to
be genome-wide. However, our results of iHS analysis

have shown that the pattern of extended LD among the
G3 SNPs is a locus-specific rather than a genome-wide
pattern in the Fulani population. Similar patterns of
extended LD of the G3-associated SNPs were observed
across a 30 kb region in several ethnically and geographi-
cally diverse populations. These results are less likely to
be caused by multiple local-admixture events that intro-
duced the same haplotype. Finally, elevated LD can also
be observed for a young haplotype that arose recently in
a population under neutral evolutionary processes. How-
ever, we would not expect this young haplotype to be
found in many ethnically diverse populations across
eastern and western Africa. Together, the patterns of
extended LD of the G3 haplotype in these populations
cannot be easily explained by any of the neutral evolu-
tionary mechanisms without the invocation of recent ac-
tion of Darwinian selection.

Molecular Mechanisms of the Evolutionary Arms Race
between Humans and Trypanosomes
HAT is a devastating infectious disease in sub-Saharan Af-
rica and has a record of wiping out two-thirds of the pop-
ulation in Uganda during the period from 1900 to
1920.26 Human blood contains TLF, which belongs to
one group of HDL particles and is composed of hapto-
globin-related protein (Hpr) and APOL1. The current
model of APOL1-associated trypanolysis begins with TLF
uptake mediated by Hp-Hb receptors expressed by the
bloodstream form of trypanosomes. During the progress
of the endocytic pathway from endosome to lysosome,
the pH environment in the endosome changes from
neutral to acidic and causes the membrane-addressing
domain of APOL1 to adopt a conformational change that

Figure 6. Decay of LD for the APOL1 Variants in African Populations
Plots of r2 estimates between polymorphic sites against the physical distance across a 30 kb region flanking the last exon of APOL1 in the
six African populations. The r2 estimates are colored in orange for all pairwise estimates within the G3-associated SNPs. In each plot, the
fitted nonlinear regression line (solid line) and its 95%prediction interval (dashed line) were plotted on the basis of all r2 estimates except
for the orange dots.
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results in the discharge of HDL. Subsequently, this APOL1
domain binds to the endosome membranes, where the
pore-forming domain of APOL1 forms a pore in the mem-
brane and triggers an irreversible influx of chloride ions
(Cl#) and H2O from the cytoplasm into the lysosome,
causing osmotic swelling of this compartment and eventu-
ally leading to parasite death.29,54,55

Although TLF can effectively lyse trypanosomes, resis-
tance has been observed in two Trypanosoma subspecies,
T. b. rhodesiense and T. b gambiense, which cause eastern
and western forms of HAT, respectively.26,29 Expression
of SRA in T. b. rhodesiense, however, allows neutralization
of APOL1 via interaction with APOL1’s C-terminal a-helix
(encoded by the SRA-interacting domain) in the endosome
and results in the loss of trypanolytic activity.29 By
contrast, human serum samples that contain the G1 and
G2 genetic variants, which occur at the APOL1 region en-
coding the SRA-interacting domain of APOL1, regain the
trypanolytic activity of APOL1 to lyse SRA-positive T. b.
rhodesiense.24 In this study, we also identified three addi-
tional nonsynonymous changes at the SRA-interacting
domain of APOL1 (Figure 2). One change (p.Ile384Phe)
occurred at the same codon that codes for one of the two
amino acid changes of allele G1 (p.Ile384Met). All three
variants were only observed in East African populations
that are exposed to T. b. rhodesiense (Table 1). Each of the
three amino acid changes segregated in only one or two
populations with an allele frequency < 5%, suggesting
that these changes might be quite recent (Table 1). Because
of their low frequency, we did not have power to detect
whether selection is acting on these variants. However, it
would be of great interest to detect their functional conse-
quences on lysing the SRA-positive T. b. rhodesiense strains.
Despite the lack of SRA in T. b gambiense, this subspecies

also shows resistance to trypanolytic activity in human
blood, suggesting a resistance mechanism differing from
the SRA-mediated mechanism in T. b. rhodesiense.29

Although the resistance mechanism in T. b gambiense re-
mains elusive, we have identified candidate variants tar-
geted by recent adaptive selection on the G3 haplotype
in the Cameroonian Fulani population that is currently
exposed to T. b. gambiense infection. Selection signatures
at G3 were also observed in three eastern populations,
including Borana, Hadza, and Iraqw. The G3 haplotype
contains three derived SNPs; two derived SNPs are intronic
and synonymous at sites 383 and 1,164, and one occurs at
the membrane-addressing domain and causes an amino
acid change (p.Lys255Arg) in APOL1. Thus, this nonsy-
nonymous variant is a candidate for future studies of a po-
tential functional role in the mechanism of resistance
against T. b. gambiense and T. b. rhodesiense infection. Adap-
tation could also occur as a result of gene-expression
changes caused by a noncoding variant.56 Indeed, Keift
et al.57 proposed that a decrease in expression of the Hp-
Hb-receptor gene (TbgHpHbR) in trypanosomes might
contribute to parasite evasion of human TLF. Future studies
on the expression levels of APOL1 in G3-haplotype carriers

could be informative for elucidating potential influence on
gene-expression regulation. However, it should be noted
that whereas genetic signatures of selection often reflect
a selection scheme that occurred in the past,58 functional
assays only allow detection of resistance against parasite
strains at the present time. The selection scheme is subject
to change over time under the model of an evolutionary
arms race between host and parasites.59 Additionally,
Smith and Malik40 have reported signatures of positive se-
lection at other APOL genes in primates and hypothesized
their possible antagonistic role against pathogen infection.
Natural selection could target functional variants at other
APOL genes, and these variants could be in strong LD
with the G3 haplotype or with other selected haplotypes
at APOL1.

Selection-Targeted Haplotypes as Potential Risk
Alleles Contributing to CKD Susceptibility
Whereas G1 and G2 have been identified as risk alleles
contributing to CKD susceptibility, the fact that the two al-
leles appear to have evolved adaptively in the Yoruba24,25

suggests that selective pressure of HAT might allow delete-
rious or mildly deleterious mutations to increase in fre-
quency if they can confer some protection.2,4,60 However,
we did not see a strong signature of selection of these loci
in other African populations that have low to moderate
allele frequencies. Furthermore, the T. rhodensiense parasite
is not currently common in Nigeria. These observations
raise the possibility that there might be differential levels
or patterns of selection across ethnically diverse Africans
spatially and temporally (e.g., the geographic distribution
of these parasite subspecies might have differed in the
past). Alternatively, additional selective pressures other
than resistance to T. rhodensiense might be influencing
allele-frequency distributions. In this study, we also identi-
fied adaptive-evolution signatures impacting several other
APOL1 variants, such as the G3 haplotype in the Fulani
population and the haplotype that carries two intronic
SNPs at sites 164 and 297 in the Borana population.
Whereas the actual functional variant(s) targeted by selec-
tion might be located elsewhere, these identified haplo-
types are candidates for future studies of association
between risk of CKD susceptibility and infectious disease
resistance in Africans.
It has been shown that African Americans have high

levels of ancestry from western Africa (particularly from
the Yoruba, in which the G3 haplotype is absent) but
that they have little Fulani ancestry.27,49 Therefore, the
G3 haplotype might not play a major role contributing
to CKD susceptibility in themajority of African Americans.
However, it could play a role in the susceptibility to CKD in
some African populations that harbor this haplotype. For a
better understanding of the genetic basis that underlies
CKD susceptibility in African Americans, it would be
important to identify additional common variants of
APOL1 in other West African populations that are likely
to be source populations for African Americans.
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