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The Diversity of the Plasmodium falciparum K13 Propeller
Domain Did Not Increase after Implementation of Artemisinin-
Based Combination Therapy in Uganda

Melissa D. Conrad,a Sam L. Nsobya,b,c Philip J. Rosenthala

aDepartment of Medicine, University of California, San Francisco, San Francisco, California, USA
bInfectious Disease Research Collaboration, Kampala, Uganda
cDepartment of Pathology, Makerere University College of Health Sciences, Kampala, Uganda

ABSTRACT Artemisinin-based combination therapies (ACTs) are the standard of
care to treat uncomplicated falciparum malaria. However, resistance to artemisinins,
defined as delayed parasite clearance after therapy, has emerged in Southeast Asia,
and the spread of resistance to sub-Saharan Africa could have devastating conse-
quences. Artemisinin resistance has been associated in Southeast Asia with multiple
nonsynonymous single nucleotide polymorphisms (NS-SNPs) in the propeller domain
of the gene encoding the Plasmodium falciparum K13 protein (K13PD). Some K13PD
NS-SNPs have been seen in Africa, but the relevance of these mutations is unclear.
To assess whether ACT use has selected for specific K13PD mutations, we compared
the K13PD genetic diversity in clinical isolates collected before and after the imple-
mentation of ACT use from seven sites across Uganda. We detected K13PD NS-SNPs
in 16 of 683 (2.3%) clinical isolates collected between 1999 and 2004 and in 26 of
716 (3.6%) isolates collected between 2012 and 2016 (P � 0.16), representing a total
of 29 different polymorphisms at 27 codons. Individual NS-SNPs were usually de-
tected only once, and none were found in more than 0.7% of the isolates. Three
SNPs (C469F, P574L, and A675V) associated with delayed clearance in Southeast Asia
were seen in samples collected between 2012 and 2016, each in a single isolate. No
differences in diversity following implementation of ACT use were found at any of
the seven sites, nor was there evidence of selective pressures acting on the locus.
Our results suggest that selection by ACTs is not impacting on K13PD diversity in
Uganda.
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The World Health Organization recommends artemisinin-based combination thera-
pies (ACTs) to treat uncomplicated Plasmodium falciparum malaria (1). These drugs

combine potent, short-acting artemisinins that rapidly reduce parasite biomass and
alleviate malaria symptoms with longer-acting partner drugs that eliminate remaining
parasites and reduce the risk of selection for artemisinin resistance (2). ACTs have been
adopted by most countries where malaria is endemic and have contributed to sub-
stantial decreases in malaria-related morbidity and mortality in recent years (3). How-
ever, resistance to artemisinins, defined as delayed parasite clearance following treat-
ment (1), has emerged in Southeast Asia (4, 5), and the potential spread of resistance
to sub-Saharan Africa, where over 90% of global malaria cases occur (6), could have
devastating consequences.

Artemisinin resistance has been associated with multiple nonsynonymous single
nucleotide polymorphisms (NS-SNPs) in the propeller domain of the K13 protein
(K13PD) in Southeast Asia (7–9). At least 20 NS-SNPs have been associated with slow
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clearance in the region (1, 10). Of these, nine (F446I, N458Y, M476I, Y493H, R539T, I543T,
P553L, R561H, and C580Y) have been validated in field isolates or genetically edited
parasites by correlation with reduced ex vivo drug sensitivity in ring-stage survival
assays (1, 10). However, the relevance of K13PD mutations in sub-Saharan Africa is
unclear. More than 200 NS-SNPs, including some that have been associated with
resistance in Southeast Asia, have been reported at low prevalence in clinical isolates
from Africa, yet the delayed clearance phenotype is uncommon in the region, and ACTs
continue to be highly efficacious (11). In addition, the most prevalent K13PD NS-SNP in
Africa, A578S, was not associated with delayed clearance when introduced into a
sensitive parasite (12). Nevertheless, history with other antimalarials suggests the
likelihood for artemisinin resistance to emerge in Africa or to spread to the continent
after originating elsewhere (13–15).

In Uganda, the standard therapy for uncomplicated malaria changed from chloro-
quine to chloroquine plus sulfadoxine-pyrimethamine (SP) in 2000 and then to the ACT
artemether-lumefantrine (AL) in 2006 (16). In recent studies, K13PD mutations (17–21),
delayed clearance after ACT therapy (22–24), and persistent parasitemia following DHA
exposure in ring survival assays (25, 26) have all been uncommon in Uganda. However,
it is unclear whether changes in the prevalence of K13PD mutations occurred after the
institution of treatment with ACTs. Such a change might serve as an early indication of
the evolution of artemisinin resistance in Uganda. To gain insight in this area, we
compared the genetic diversity of the K13PD locus in clinical isolates collected before
and after the implementation of ACT use from seven sites across the country.

RESULTS
K13 propeller domain polymorphisms before and after the introduction of

ACTs. A total of 1,408 P. falciparum isolates, 683 collected before implementation of
ACTs (from 1999 to 2006) and 716 collected after implementation (from 2012 to 2016)
from seven sites across Uganda (Fig. 1), were evaluated for the presence of K13PD
NS-SNPs. K13PD NS-SNPs were seen in 42 of 1,408 isolates (3.0%). Twenty-nine different
polymorphisms resulting in amino acid changes at 27 codons were identified (see Table
S1 in the supplemental material). Of the 29 polymorphisms, 25 (86%) were observed as
singletons, and 25 (86%) have been previously reported. The most prevalent NS-SNP,
A578S, was present in 10 samples (0.71%) and seen in 0.44% of pre-ACT isolates and in

FIG 1 Map of Uganda. Sample districts are highlighted.
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1.1% of post-ACT isolates. V555A, the next most prevalent polymorphism (five samples,
0.36%), was found in 0.58% of pre-ACT isolates and in 0.14% of post-ACT isolates.
G533A and I540T were each seen in two post-ACT isolates (0.14% all samples, 0.28%
post-ACT); other identified NS-SNPs were each seen in only a single isolate. There were
no significant differences in the prevalences of any individual NS-SNP before or after
the introduction of ACTs (Table S1). Among the 42 isolates in which NS-SNPs were
detected, two polyclonal isolates contained two NS-SNPs. No difference in the preva-
lence of NS-SNPs in pre-ACT and post-ACT isolates was seen (2.3% pre-ACT versus 3.6%
post-ACT, P � 0.16 [Fisher exact test]) (Table 1). Three polymorphisms that have been
associated with artemisinin resistance in clinical studies from Southeast Asia (C469F,
P574L, and A675V) were observed, each in a single isolate collected after the introduc-
tion of ACTs.

K13 propeller domain polymorphisms by site. The proportion of isolates with an
NS-SNP ranged from 0 to 5.0% at the seven study sites. There were no significant
differences in the proportion of isolates with an NS-SNP or in the prevalence of any
individual NS-SNP before and after ACT introduction at any site (Table 1 and see Table
S1 in the supplemental material). Trends varied between sites, with four of seven
showing an increase in the prevalence of NS-SNPs, two showing a decrease, and one
remaining constant. Of the NS-SNPs seen in multiple isolates, G533A and I540T were
only seen in Kanungu, while A578S and V555A were seen at multiple sites.

Nucleotide and haplotype diversity. We used two population genetic indices for
the assessment of nucleotide diversity: the average pairwise nucleotide difference (�)
and the standardized number of segregating mutations per site (�S) (Table S2). In all
studied sites, � was lower than �S, both before and after the introduction of ACTs,
which reflects the observation that the polymorphisms were rare alleles. In all but two
sites, Apac and Mubende, nucleotide diversity, the number of amino acid haplotypes,
and the mean haplotype diversity increased following the introduction of ACTs
(Table S2).

Population genetic analysis. (i) Frequency spectrum tests of neutrality. Two
statistics were used to test for neutrality in the evolution of the K13PD gene sequence,
Tajima’s D (27) and Fu and Li’s D (28). We used the K13PD gene sequence from P.
praefalciparum, a gorilla malaria parasite and the closest known relative to P. falciparum
(29), as the outgroup for calculating Fu and Li’s D. Both statistics resulted in negative
values for D in all populations, although only a subset were statistically significant
(Table S3). These negative values indicate an excess of singletons, suggesting that the
gene has undergone nonrandom processes, such as a population size expansion or
purifying selection. However, since these negative values were reported in samples
collected before and after the implementation of ACTs, there is no evidence that these
nonrandom processes are related to ACT pressure.

(ii) Tests for adaptive evolution. To determine whether selection may have a
played a role in the observed nucleotide diversity of the K13PD, we performed a

TABLE 1 Prevalence of NS-SNPs in the K13 propeller domain before and after the introduction of ACTsa

Site

Prevalence (%)

P

Polymorphism(s)

Pre-ACTs
(1999–2004)

Post-ACTs
(2012–2016) Pre-ACTs Post-ACTs

Apac 2/100 (2.0) 0/19 (0.0) 1.00 K610E, P615N
Arua 4/86 (4.7) 2/40 (5.0) 1.00 V555A, A578S, N594K, L618S W470R, A675V, A578S
Jinja 1/99 (1.0) 3/99 (3.0) 0.62 V581I K563E, A578S x2
Kampala 2/100 (2.0) 2/65 (3.1) 0.65 V555A x2 S522C, A578S
Kanungu 0/100 (0.0) 5/118 (4.2) 0.06 I540T x2, G533A x2, V555A
Mubende 5/99 (5.0) 2/66 (3.0) 0.70 G496S, V555A, E567K, A578S x2 C469Y, P574L
Tororo 2/99 (2.0) 12/303 (3.9) 0.53 L457I, W565R I465T and L619S, C469F, M472V, Y558H, A569T,

A569S, A578S x4, N594K, A617T
Total 16/683 (2.3) 26/716 (3.6) 0.16
aIsolates with mixed genotypes are considered mutant. Prevalences (i.e., the number of NS-SNPs/total SNPs) were compared using Fisher exact tests, and P values
were considered significant if P � 0.05.

K13 Mutations before and after ACTs Antimicrobial Agents and Chemotherapy

October 2019 Volume 63 Issue 10 e01234-19 aac.asm.org 3

https://aac.asm.org


McDonald and Kreitman (MK) test using the P. praefalciparum K13PD sequence for
interspecies comparison. Considering 227 codons, we found no fixed nonsynonymous
differences between P. falciparum and P. praefalciparum, suggesting that K13PD is
highly conserved across Plasmodium species and that all mutations are recently de-
rived. In addition, we did not find significant differences between the diversity within
the P. falciparum samples and the divergence between P. falciparum and P. praefalci-
parum at synonymous and nonsynonymous sites, with the exception of the pre-ACT
samples collected from Arua (P � 0.029) and Mubende (P �0.048) (Table S4). In both
cases, the direction of selection statistic was negative, implying an excess of nonsyn-
onymous polymorphisms, suggesting that slightly deleterious alleles were segregating
in these populations (30). However, since these populations were sampled before the
implementation of ACTs, this selection was not driven by artemisinin selection.

In addition, we explored evidence of natural selection acting on K13PD by estimat-
ing the average pairwise number of synonymous substitutions per synonymous site
(dS) and nonsynonymous substitutions per nonsynonymous site (dN). This analysis
similarly demonstrated no deviation from ratios expected under neutrality, except in
the pre-ACT samples from Arua (dN � dS � 2.152, P � 0.033) (Table S4).

DISCUSSION

We evaluated the diversity of NS-SNPs in the K13PD in 1,399 P. falciparum isolates
collected from seven sites across Uganda before and after the introduction of ACTs as
the national standard treatment for malaria. In total, we found 29 NS-SNPs, present in
3.0% of samples, most of which appeared in only a single isolate. There was no
difference in prevalence of NS-SNPs for samples collected before or after the introduc-
tion of ACTs. Three of the detected NS-SNPs, each seen only once and each in an isolate
collected after introduction of ACTs, have been associated with delayed parasite
clearance in Southeast Asia. Nucleotide diversity was low at all sites but increased
modestly after the introduction of ACTs in five locations.

In addition to evaluating the diversity of polymorphism in K13PD, we performed
population genetic analyses to detect the effects of selection and demographic pro-
cesses on the sequences. First, we performed two neutrality tests based on the
frequency distribution of nucleotide polymorphisms, Tajima’s D and Fu and Li’s D
statistics. For both tests, we calculated negative values, indicative of an excess of rare
variants, suggesting that purifying selection, selective sweeps, or population growth
are impacting on the evolution of the gene. Identifying hallmarks of nonneutral
evolution, we then performed tests to detect the effects of natural selection, using the
MK test and performing a pairwise comparison of synonymous and nonsynonymous
sites. These codon-based tests are insensitive to demographic processes because under
most conditions, other than natural selection, synonymous and nonsynonymous mu-
tations will behave the same; under natural selection, impacts will be different for the
two types of mutations. In our analyses we did not detect significant deviation from
expected ratios of synonymous and nonsynonymous mutations in any population
sampled after the introduction of ACTs, indicating that the negative values from our D
statistics are likely driven by demographic processes rather than adaptive evolution.
Thus, we have detected no evidence that the use of ACTs has selected for K13PD
mutations in Uganda.

The K13PD locus demonstrates remarkable conservation across the Plasmodium
genus, with almost identical protein sequences among the closely related species in the
subgenus Laverania, suggesting the gene evolved under strong purifying selection (31).
However, a substantial number of K13PD polymorphisms were seen at low prevalence
in our population and others from sub-Saharan Africa (11). This apparent contradiction
is consistent with the expected consequences of the P. falciparum population expan-
sion that has been hypothesized to have accompanied the expansion of humans out of
Africa (31–33). Indeed, a large number of rare variants seems to be characteristic of the
genomes of African, but not Asian, P. falciparum (34).

Additional studies comparing the genetic diversity in K13PD before and after the
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introduction of ACTs in Africa have generally been consistent with our findings from
Uganda, with no significant difference in the proportion of parasites with a NS-SNP
before and after the introduction of ACTs (35–38). However, a report from Kenya
described a significant decrease, and one from Comoros described an increase in
K13PD polymorphisms following the introduction ACTs (39, 40). The nucleotide diver-
sity we report for the K13PD is in scale with that reported from other regions of Africa,
as is the presence of an excess of rare alleles (41).

The bulk of available clinical, parasitological, molecular, and population genetic data
suggest that artemisinin resistance is not yet a problem in Africa. However, the pressure
of millions of doses of ACTs offers continued risk of resistance selection. Polymorphisms
associated with resistance in Southeast Asia (1, 10) have already been reported at low
frequencies in African P. falciparum populations (12, 18, 21, 34, 38, 42–48). It is likely
only a matter of time before a favorable combination of variants allows resistant
parasites to gain a foothold in Africa, and continued surveillance and work to improve
tools to detect early indicators of resistance will be essential.

MATERIALS AND METHODS
Samples. Samples were collected in clinical studies conducted at multiple sites across Uganda from

1999 to 2016 (17, 18, 22, 25, 26, 49–52). For this study, pre-ACT samples were randomly selected from
available DNA samples with the goal of obtaining 100 K13PD sequences from each site, with the
exception of Arua, where only 92 samples were available. We successfully obtained sequences from Apac
(100 of 112 samples), Arua (86 of 92), Jinja (99 of 104), Kampala (100 of 101), Kanungu (100 of 106),
Mubende (99 of 112), and Tororo (99 of 109) (total n � 683).(49, 50) Post-ACT samples (n � 716) were
from previously published studies evaluating markers of antimalarial resistance conducted at the same
sites (17, 18, 22, 25, 26, 51, 52). Accession numbers for previously published and newly generated
sequences and information about the origin of samples can be found in Table S5 in the supplemental
material.

K13 propeller domain genotyping. DNA was extracted from stored filter paper samples as
previously described (53). The K13PD (codons 440 to 726) was amplified as previously described (7). After
confirmation of amplification by electrophoresis, amplicons were purified using Agencourt AMPureXP
and dideoxy sequenced. Consensus sequences were aligned to the 3d7 reference and evaluated using
CodonCode Aligner. Mixed alleles were considered mutant. Statistical analyses comparing prevalences
were performed using StataSE 15.1.

Molecular evolutionary analysis. The sequences used for these analyses had no gaps and were
clipped to have a uniform length. Various approaches were used to assess whether the sequenced region
of K13PD evolved neutrally after the introduction of ACTs in Uganda. Fisher exact tests were used to
compare mutation prevalences between pre- and post-ACT populations and collection sites. Two
standard measures of nucleotide diversity, the average number of pairwise nucleotide differences per
site (�) (54) and the standardized number of segregating mutations per site (�s; Watterson’s estimator)
(55), were calculated by DnaSP version 5.10 (56). To detect departures from neutrality, DnaSP was used
to calculate Tajima’s D (27) and Fu and Li’s D (28). Two methods were used to detect evidence of adaptive
selection, the McDonald-Kreitman (MK) test and a codon-based test of neutrality. The MK test was
executed in DnaSNP, and a direction of selection statistic, defined as:

DoS �
Da

Da � Ds
�

Pa

Pa � Ps
,

where DoS is direction of selection statistic, Da is the number of nonsynonymous interspecies fixed
differences, Ds is the number of synonymous interspecies fixed differences, Pa is the number of
nonsynonymous intraspecific differences, and Ps is the number of synonymous intraspecific differences
(57), was calculated to correct for biases introduced by the small amount of divergence in our samples
(30). The codon-based test of neutrality, in which the numbers of pairwise nonsynonymous (dN) and
synonymous (dS) differences per site were estimated by the Nei and Gojobori (58) method with the Jukes
and Cantor correction, was implemented in MEGA version 7 (59). The variance of the difference was
computed using the bootstrap method (500 replicates). The probability of rejecting the null hypothesis
of strict neutrality (dN � dS) is reported. The genomic sequence of the P. praefalciparum homolog of the
Pfkelch13 gene (PPRFG01_1345600) was downloaded from PlasmdDB (60) and used as the outgroup to
calculate the Fu and Li’s D value and for the MK test. For all tests, values of P � 0.05 are considered
significant.

Data availability. Accession numbers are reported in Table S5 in the supplemental material.

SUPPLEMENTAL MATERIAL
Supplemental material for this article may be found at https://doi.org/10.1128/AAC

.01234-19.
SUPPLEMENTAL FILE 1, PDF file, 0.1 MB.
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