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Dynamics of Plasmodium
falciparum Selection After
Artemether-Lumefantrine
Treatment in Africa

610Z 8uNf || Uo Josn [eBNjod WNILOSU0D UO-g Aq 2292612/€ L1 1/6/S0Z/A9EASAE-0|oI1IE/pI/LI0d"dNOd1WapED.//:SA)Y WOl papeojumod

To THE Eprror—In an article recently
published in the Journal of Infectious
Diseases, Baliraine and Rosenthal [1]
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Dynamics of pfmdr1 86N allele selection following artemether-lumefantrine treatment. This scheme represents the selection of parasites

carrying the 86N (lumefantrine-resistant) and 86Y (lumefantrine-sensitive) alleles (green triangles and red circles, respectively) over time. The model
considers an initial population with an equal prevalence of 86N and 86Y alleles, an equal probability of 86N and 86Y alleles appearing through
mutation, and an equal probability that either allele may be carried by parasites that cause reinfections. The selection process for the 86N allele is
shown in a time-dependent manner; an initial selection phase is shown by population 1 (blue circle 1), which represents an intermediate stage in
relation to the final selected population, shown in population 2 (blue circle 2).

report the selection of pfindrl 86N, 184F,
and 1246D alleles in a parasite population
under long-term artemether-lumefantrine
treatment. They suggest that “decreased
drug sensitivity can appear long after
predicted exposure to antimalarial drugs.”
This study supports earlier reports des-
cribing antimalarial drug-mediated
selection of pfimdrl alleles in parasites
reinfecting successfully treated malaria
patients [2, 3].

The pharmacokinetics of artemether-
lumefantrine are such that, on average,

lumefantrine is completely cleared from

the body at around day 35 posttreatment
[4], which correlates with the reported
selective window for pfindrl. Thus, an
explanation for the observed selection of
resistance-associated alleles outside this
window is required.

It is possible that the dynamics of an-
timalarial resistance selection can explain
the increase of associated alleles outside
the selective window. To demonstrate this,
a model (Figure 1), which was derived
from previous reports [2—4], illustrates
the increase in prevalence of this allele
beyond the 35-day selective window.

This model considers an initial pop-
ulation with an equal prevalence of 86N
and 86Y alleles (green triangles and red
circles, respectively, in Figure 1), an equal
probability of 86N and 86Y alleles ap-
pearing through mutation, and an equal
probability that either allele may be car-
ried by parasites that cause reinfections.
Two parasite populations at different
time points during the selection process
are represented at points 1 and 2 (blue
circles).

According to this model, the 86N
allele frequency increases to 0.7 during
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the latter part of the clinical trial (rep-
resented by population 2 in Figure 1).
The 86N allele frequency in reinfections
is 0.75 in patients treated <35 days
prior to reinfection and 0.6 in those
treated >35 days prior to reinfection.
To explain the apparent increase of the
resistant allele outside the 35-day selective
window, an intermediate state in the se-
lection process is shown by population 1
(Figure 1). At the early stage of the hy-
pothetical clinical trial, frequency of the
86N allele is measured at 0.75 within the
35-day lumefantrine selection window,
whereas no selection is observed (com-
pared with the initial population) outside
this window (ie, allele frequency is 0.5).
With the increase of 86N in the general
population, further reinfections occur-
ring at >35 posttreatment in “population
2” will carry allele frequencies reflecting
the parasite population following selec-
tion of “population 1.”

Baliraine and Rosenthal’s [1] results
raise important questions regarding how
clinical trials of antimalarial efficacy
should be analyzed in terms of drug re-
sistance selection at the parasite pop-
ulation level. It is becoming increasingly
clear that posttreatment reinfections act
as a strong mechanism driving selection
of antimalarial resistance in Plasmodium
falciparum. This fact suggests that the
design of clinical trials of antimalarial
drug efficacy and their molecular analysis
should be carefully considered. Proce-
dures concerning follow-up periods and
duration/season of clinical trials need to
be taken into consideration, as fluctua-
tions in transmission intensity will have
a direct effect on the rate of reinfection.

The selection of drug resistance within
a parasite population is a dynamic process
that results in the accumulation of adap-
tive characteristics in a temporal manner.
Commonly, large antimalarial efficacy
trials are performed over a period of
several months. During the latter periods
of such trials, the allele frequencies of
genes linked to drug resistance within
the parasite populations may already be
altered due to the drug pressure that

results from the trial. In practical terms,
this becomes important when the allele
frequencies of the parasite population
sampled from patients at the beginning
of the trial are used as the “baseline” for
all comparisons, regardless of the time
point of the secondary sampling. In
summary, there is a cumulative effect of
selection of alleles associated with drug
resistance, which, in the case of analyses
of reinfections following antimalarial
treatment, may lead to an overestimation
of the selection pressure. The same
principle is applicable to the (non—drug
resistance-related) genetic background of
parasites that cause reinfections at differ-
ent points during the clinical trial.

We believe that there is a need to es-
tablish standard operational procedures
for the performance of future clinical
efficacy trials of artemisinin combination
therapy if they are to assess selection of
resistant alleles. This is particularly rele-
vant for trials conducted in Africa, where
malaria transmission intensity plays an
important etiologic role.

Notes

Financial support. This work was supported
by the Japan Society for the Promotion of Science
(to P. E. F.).

Potential conflicts of interest. All authors:
No reported conflicts.

All authors have submitted the ICMJE Form
for Disclosure of Potential Conflicts of Interest.
Conflicts that the editors consider relevant to the
content of the manuscript have been disclosed.

Pedro Eduardo Ferreira'2 and Richard Culleton®

"Department of Microbiology, Tumour and Cell Biology,
Karolinska Institutet, Stockholm, Sweden; 2Drug
Resistance and Pharmacogenetics Group, Institute of
Biotechnology and Bioengineering, Centre of Molecular
and Structural Biomedicine, University of Algarve, Faro,
Portugal; 3Malaria Unit, Institute of Tropical Medicine
(NEKKEN), Nagasaki University, Japan

References

1. Baliraine FN, Rosenthal PJ. Prolonged selec-
tion of pfindrl polymorphisms after treatment
of falciparum malaria with artemether-
lumefantrine in Uganda. J Infect Dis 2011;
204:1120-4.

2. Sisowath C, Stromberg J, Martensson A, et al.
In vivo selection of Plasmodium falciparum
pfmdrl 86N coding alleles by artemether-

lumefantrine (Coartem). ] Infect Dis 2005;
191:1014-17.

3. Sisowath C, Ferreira PE, Bustamante LY, et al.
The role of pfindrl in Plasmodium falciparum
tolerance to artemether-lumefantrine in Africa.
Trop Med Int Health 2007; 12:736-42.

4. Ngasala BE, Malmberg M, Carlsson AM,
et al. Efficacy and effectiveness of artemether-
lumefantrine after initial and repeated treat-
ment in children <5 years of age with acute
uncomplicated Plasmodium falciparum malaria
in rural Tanzania: a randomized trial. Clin
Infect Dis 2011; 52:873-82.

Received 16 September 2011; accepted 28 November
2011; electronically published 27 March 2012.

Correspondence: Pedro Eduardo Ferreira, PhD, Department
of Microbiology, Tumour and Cell Biology, Karalinska Institutet,
Nobels vag 16, KI Solna Campus, Box 280, SE-171 77,
Stockholm, Sweden (pedro.ferreira@ki.se).

The Journal of Infectious Diseases 2012;205:1473-5
© The Author 2012. Published by Oxford University Press on
behalf of the Infectious Diseases Society of America. All rights
reserved. For Permissions, please e-mail: journals.permissions@
oup.com

DOI: 10.1093/infdis/jis227

CORRESPONDENCE e JID 2012:205 (1 May) e 1475

61.0Z BUN || UO Jasn [eBnuod wniosuoD uQ-a Aq 2/9261.2/€.L1 1/6/S0Z/A0BISqe-sjoiue/piljwoo°dnoolwspese//:sdiy Wwoly papeojumoq



