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Abstract – Background: Artemisinin-based treatment in malaria patients with abnormal hemoglobin may be ineffec-
tive because of their genetic particularity, which could lead to resistance. The main purpose of this study was to assess
the effect of artemisinin derivatives on in vivo parasite clearance according to erythrocyte variants. In vivo response was
investigated through retrospective data obtained over a 42-day artemether-lumefantrine/artesunate amodiaquine effi-
cacy protocol conducted from 2012 to 2016. Results: A total of 770 patients in Côte d’Ivoire attending the hospitals
of Anonkoua-koute (Abidjan), Petit Paris (Korhogo), Libreville (Man), Dar es salam (Bouaké), Ayamé and
Yamoussoukro with acute uncomplicated falciparum malaria were selected for successful hemoglobin typing. HbAS,
HbSS, HbAC, and HbSC genotypes were found. Parasite clearance time was obtained for 414 patients. In the
population with abnormal hemoglobin, parasite densities on admission and parasite clearance rates were significantly
lower in the HbSC group compared to HbAA (p = 0.02 and p = 0.007, respectively). After PCR correction on day 42,
the acute treatment rate was 100% for each group. Parasite half-life and time for initial parasitaemia to decline by
50 and 99% were longer for the HbSC group (p < 0.05). The study also investigated the prevalence of K13-propeller
polymorphisms across different hemoglobin genotype groups. A total of 185 and 63 samples were sequenced in the
HbAA group and patients with abnormal Hb, respectively. Only two nonsynonymous mutations D559N and
V510M were found in the HbAA group. Conclusion: Although this study proved good efficacy of artemether-
lumefantrine and artesunate amodiaquine in the treatment of uncomplicated Plasmodium falciparum malaria in patients
with abnormal hemoglobin, the increased delay of parasite clearance may represent a threat to health in these patients in
relation with sickle cell crisis, which could support selection of parasites resistant to artemisinin.
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Résumé – Thérapies contenant des dérivés de l’artémisinine et hémoglobine anormale : faut-il adapter le
traitement ? Contexte : Le traitement à base d’artémisinine chez les patients atteints de paludisme et présentant une
hémoglobine anormale peut être inefficace en raison de leur particularité génétique, ce qui pourrait entraîner une
résistance. L’objectif principal de cette étude était d’évaluer in vivo l’effet des dérivés de l’artémisinine sur la
clairance du parasite en fonction des variantes érythrocytaires. La réponse in vivo a été étudiée à travers des données
rétrospectives obtenues au cours d’un protocole d’efficacité de 42 jours artéméther-luméfantrine / artésunate-
amodiaquine mené dans les années 2012 à 2016. Résultats : Un total de 770 patients en Côte d’Ivoire fréquentant les
hôpitaux d’Anonkoua-koute (Abidjan), Petit Paris (Korhogo), Libreville (Man), Dar es salam (Bouaké), Ayamé et
Yamoussoukro, présentant un paludisme aigu non compliqué à falciparum ont été sélectionnés pour un typage réussi
de l’hémoglobine. Les génotypes HbAS, HbSS, HbAC et HbSC ont été trouvés. Le temps de clairance du parasite a
été obtenu pour 414 patients. Dans la population avec une hémoglobine anormale, les densités parasitaires à
l’admission et le taux de clairance parasitaire étaient significativement plus faibles dans le groupe HbSC par rapport
au groupe HbAA (respectivement, p = 0,02 et p = 0,007). Le RCPA était de 100 % pour chaque groupe après
correction par PCR au jour 42. La demi-vie du parasite et le temps nécessaire pour que la parasitémie initiale
diminue de 50 et 99 % étaient plus longs pour le groupe HbSC (p < 0,05). L’étude a également examiné la
prévalence des polymorphismes du gène K13 dans différents groupes de génotype d’hémoglobine. Un total de
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185 et 63 échantillons ont été séquencés respectivement dans le groupe HbAA et chez les patients présentant une Hb
anormale. Seules deux mutations non synonymes D559N et V510M ont été trouvées dans le groupe HbAA.
Conclusion : Bien que cette étude ait prouvé la bonne efficacité de l’artéméther-luméfantrine et de l’artésunate
amodiaquine dans le traitement du paludisme simple à Plasmodium falciparum chez les patients présentant une
hémoglobine anormale, le retard accru de clairance parasitaire peut représenter une menace pour la santé de ces
patients en relation avec la crise drépanocytaire, et peut favoriser la sélection de parasites résistants à l’artémisinine.

Introduction

Hemoglobinopathies are inherited globin disorders [24] that
affect 7% of the world population. 300,000 to 400,000 children
are born each year with a severe form of the disease [28].
When glutamin is replaced by valin (6GAG > 6GTG), hemo-
globin is called HbS (Hemoglobin S) and when replaced by
lysine (6GAG > 6AAG), the abnormal hemoglobin is HbC
(Hemoglobin C) [24]. In West Africa, the main mutation results
in S or C variants of hemoglobin.

In addition to studies on thalassemia that have shown
protection against malaria [11, 31] other studies focusing on
HbS and HbC have shown that these abnormalities are involved
in protection against malaria [2, 3, 13, 14]. This protection con-
cerns not only malaria infection itself but mainly severe forms
of malaria. Clinical responses of patients with hemoglobinopa-
thy can differ according to host genetics [3, 7]. Although there
is no difference in chloroquine metabolism, results published by
Orjih in 1987 indicated that the hemoglobin genotype modu-
lates the level of chloroquine in erythrocyte cells [16]. Another
study showed that artesunate and chloroquine had less activity
against Plasmodium falciparum growing in alpha-thalassemia
and/or HbCS (Hb Constant Spring) erythrocytes than in normal
erythrocytes, while the activity of pyrimethamine was the
same for all erythrocytes. This could be due to an increased
amount of antioxidant enzymes naturally found in abnormal
erythrocytes, which could counterbalance the oxidative activity
of artesunate [9, 32]. This suggests that patients with hemoglo-
binopathies may be at increased risk of inadequate response to
artemisinin combination therapies (ACTs), especially in areas
where parasite resistance or tolerance to artemisinin derivatives
have emerged [18]. These results highlight the important role of
hemoglobinopathy in parasite-host-drug interactions. However,
very few studies address this question of the effects of erythro-
cyte variants on antimalarial efficacy. The 50% inhibitory
concentration (IC50) of artesunate in normal and abnormal cells
is used to assess its efficacy in vitro, and this concentration was
found to be higher in abnormal cells [32]. In vivo, this efficacy
can be measured by parasite clearance expressed as the parasite
half-life in the patients’ blood. Using this parameter, the usual
time to denote artemisinin resistance is 5 h [8].

A recent study in Ghana found that the parasite clearance in
sickle cell disease (SCD) children with uncomplicated malaria
was slower compared with clearance in non-SCD children,
although artesunate-amodiaquine (AA) and artemether-
lumefantrine (AL) showed similar clinical and parasitological
effects in the SCD and non-SCD groups [1]. The World Health
Organization has endorsed ACT as first-line treatment where the
potentially life-threatening parasite Plasmodium falciparum is
the predominant infecting species [6]. This strategy has
been implemented in Côte d’Ivoire since 2005 [22], where the

proportion of patients with abnormal hemoglobin attending
dispensaries for malaria is largely unknown and probably
underestimated. HbS and HbC genotypes were found in all the
regions of Côte d’Ivoire with the highest prevalence (27%) in
the Northern region [20].

The main purpose of this study was to assess in vivo the
effect of artemisinin on parasite clearance according to erythro-
cyte variants. Data collected during in vivo drug efficacy
surveys conducted on behalf of the National Malaria Control
Program were analyzed retrospectively.

Materials and methods

Ethical considerations

Studies were conducted at all sites according to the declara-
tion of Helsinki and national legal and regulatory requirements.
Protocol, case report form, and informed consent form were
approved by the “Comité National d’Éthique de la Recherche”
of Côte d’Ivoire [21].

Study sites

During the past 8 years, six study sites were investigated in
the country (Fig. 1). They are located in various ecological con-
texts, which can induce different levels of premunition and thus
of parasitemia. Abidjan is the economic capital of the country
accounting for almost 6 million inhabitants. It is located in the
South of the country, with a sub-equatorial climate. Ayamé is
located 100 km North–East of Abidjan, in a region of lakes.
It is a tropical area where rainfalls almost all year and with a very
high malaria transmission level. Yamoussoukro is the adminis-
trative capital, 248 km North of Abidjan, located in a region of
lakes with an equatorial climate. Transmission of malaria is
lower with rainfall of less than 900 mm/year. Man is the main
town of the Western part of the country, 150 km from Yamous-
soukro, surrounded by hills and dense forests. The climate is
tropical and transmission of malaria is intense. Bouaké has
1 million inhabitants and is located 200 km North of Yamous-
soukro, located in a savannah region. Korhogo is on the border
with Mali and Burkina Faso. In these two latter places, the
climate is typically sub-Sahelian (dry and hot) and malaria trans-
mission is less intense than in other parts of the country [20].

Study population

The patients included in this study were recruited during
therapeutic efficacy studies of ACTs, conducted on behalf of
the National Malaria Control Program. Protocol of enrolment
followed the 42 days WHO protocol [29].
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Patients with microscopically confirmed acute uncompli-
cated falciparum malaria, parasite density ranging from
2000 to 200,000 asexual parasites/lL (both inclusive) and an
axillary temperature � 37.5 �C or history of fever in the past
24 h, were included in the study. Exclusion criteria included
general signs of severe falciparum malaria according to the
WHO definition. Patients with other plasmodium species than
falciparum were not included, as well as patients already treated
before attending the dispensary or patients unable to take oral
medication.

Patients attending dispensaries for malaria suspicion were
clinically examined and malaria was confirmed by Giemsa-
stained thick smear examination. Patients received either AA
or AL for 3 days under supervision by medical staff. Follow-
up of patients through clinical investigation and blood sample
was done during systematic outpatient visits at days 1, 2, 3, 7,
14, 21, 28, 35, and 42. Patients recruited in Ayamé and Bouaké
were hospitalized for 3 days and followed-up at days 3, 7, 14,
21, 28, 35, and 42. During the first 3 days, thick blood smears
were done every 6 h until two consecutive negative parasitemia
results were obtained [22, 29]. Treatment failure was confirmed
by microscopy examination of thick blood smears and defined
either as “parasitological failure” if parasites are detected on
the thick smear, or as “clinical failure” in case of presence of
parasites on the thick smear plus fever. Early clinical failure, late
clinical failure, and parasitological failure were defined as

previously [29]. For all the patients with positive smear, blood
samples were taken using EDTA-tubes and 50 lL were blotted
on to Whatman 3 MM cards. Isolates from patients with treat-
ment failure (but not those with treatment success) were geno-
typed using msp1 and msp2 nested-PCR to exclude new
infection [29].

Hemoglobin typing

Two methods of hemoglobin typing were used according to
the samples available. For samples fromYamoussoukro,Ayamé,
and Korhogo, electrophoresis of hemoglobin was performed on
Hydrasys� gel, following the manufacturer’s recommendations
[23]. For blood samples collected on paper, typing was done
using the FRET (fluorescence resonance energy transfer)
approach after DNA extraction and PCR amplification [20].

K13-propeller genotyping and sequencing

DNA was extracted using a QiAamp� DNA kit, according
to the manufacturer’s recommendations. DNA was stored at
�20 �C. Plasmodium falciparum K13 gene was amplified
and bi-directionally sequenced using the Sanger protocol by
Genewiz institute. Sequences were aligned with the K13
P. falciparum 3D7 reference sequence (PF3D7-1343700) [4].

Figure 1. Map of Côte d’Ivoire with site locations and prevalence of hemoglobin phenotypes.
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Statistical analysis

The number of patients enrolled by site was set as recom-
mended by the WHO protocol [29]. At least 50 patients were
registered for each arm (AA or AL). For 6 h and 24 h follow-
up, parasite clearance was analyzed with the Antimalarial
Resistance Network parasite clearance estimator (https://
www.wwarn.org) and the WHO online parasite clearance
estimator (http://www.who.int/malaria/areas/treatment/drug_
efficacy/en/), respectively. For each group of patients with
normal or abnormal hemoglobin, the time required for the
decrease of X% of the initial parasitemia (PCx) was calculated.
The parasite half-life was defined as the time required for the
number of parasites in the peripheral blood (parasitemia) to
decrease by 50%. It is derived from the slope of the linear part
of the log-transformed parasitemia versus time curve. The clear-
ance rate (k) was defined as the decrease of parasitemia per unit
of time (per hour). Decreased response of treatment or the
potential resistance of parasites are defined as the presence of
parasites in blood on day 3 or by parasite half-life greater than
5 h. Pearson’s v2 test and Fisher’s exact test were used for
comparison of proportions, whereas the Mann–Whitney test
was used for parasite densities and parasite clearance data.
Descendant logistic regression was used to define risk factors
associated with the occurrence of treatment failures with
p-value > 0.2 as cut-off of exclusion of the variables. Parame-
ters used included region, parasitemia at day 0 (D0), gender,
age, type of hemoglobin and parasitemia decay (quoted as more
or less 5 h). Data analysis was done on R, version 3 environ-
ment and GraphPad Prism version 5. A p-value � 0.05 was
considered statistically significant.

Results

Population enrolled and parasitemia

Samples from 770 patients with uncomplicated malaria
were analyzed for hemoglobin genotyping. Among them,
124 patients (16.1%) harbored abnormal hemoglobin (aHb).
The aHb genotype distributions of these patients were: AC,

n = 60 (7.79%); AS, n = 47 (6.10%); CC, n = 5 (0.64%); SC,
n = 7 (0.90%) and, SS, n = 5 (0.64%). Patient mean age and
the number of patients under 5 years old were similar in all
groups (p > 0.05) (Table 1). Unlike patients with AC, AS and
CC genotypes, parasite density at enrolment was lower in
patients with SC genotype in comparison to the AA group
(p = 0.02).

Parasite clearance

Parasite clearance was estimated for 414 patients. In this
study, the median parasite clearance time (PCT) varied between
24 and 48 h, with 24 h for AA, AC, AS and SS genotypes against
48 h for CC and SC genotypes. In general, there was no differ-
ence between the PCT of normal hemoglobin (nHb) compared
to abnormal hemoglobin (aHb) (nHb: 32.6 h ± 12.5; aHb:
32.3 h ± 12.8, p = 0.68). Specifically, the PCT was thus longer
for patients with CC and SC genotypes than for AA genotype,
where differences were only significant between SC and AA
groups (p = 0.02). Patients with HbSC, had a longer parasite
half-life time (clearance 50%) (p = 0.008) and a lower parasite
clearance rate (p = 0.007) than those with AA hemoglobin
(Table 2). Proportion of isolates potentially resistant, proportion
of patients with parasitemia at days 3 > 10% of the day 0
(Table 3), and the number of patients with a slope half-
life > 5 h (Table 2), were not different for patients with or with-
out aHb (p = 1). Acute clinical and parasitological response
(ACPR) rates on day 42 were similar in all groups (100%)
(Table 3).

However, when time for parasite half-life time of each
patient is plotted as histogram and analyzed according to
White et al. [27], different distributions of parasite population
can be highlighted (Fig. 2): i) for patients with aHb, only one
parasite population with a mean half-life time at 2.15 ±
1.37 h (sensitive to ACT), ii) for patients with nHb three
populations of parasites can be predicted with half-life time at
1.83 ± 1.28 h for 25.4% of the patients, 3.23 ± 1.17 h for
66.9% of the patients, and 7.78 ± 1.32 h for 7.7% of the patients
(Fig. 1). This last group can be considered “ACT low
sensitivity”.

Table 1. Baseline demographic characteristics.

HbAA HbAC HbAS HbCC HbSC HbSS

Characteristics at day 0 n (%) 646 60 47 5 7 5
Age (years), mean (±SD) 12.7 (12.9) 13.5 (9.7) 14.9 (15.9) 11.0 (5.3) 12.7 (7.6) 10.8 (8.6)
Age (<5 years), n (%) 177 (27.4) 13 (21.6) 14 (29.7) 0 (00) 0 (00) 2 (40.0)
Sex, n (%) females 344 (53.2) 30 (50) 27 (57.4) 4 (80.0) 4 (57.1) 2 (40.0)
Pf parasitemia (/lL of blood),
median (IQR)

28,978 (7982–
72,000)

20,052 (5980–
68,156)

17,280 (4644–
82,400)

27,394 (25,000–
34,690)

8400 (3654–
16,650)

15,700 (14,892–
24,000)

p-values HbAA vs.
HbAC

HbAA vs.
HbAS

HbAA vs.
HbCC

HbAA vs.
HbSC

HbAA vs.
HbSS

Age (years), mean (±SD) 0.07 0.58 0.55 0.41 0.93
Age (<5 years), n (%) 0.36 0.73 0.33 0.19 0.61
Sex, n (%) females 0.68 0.65 0.37 1 0.69
Pf parasitemia (/lL of blood),
median (IQR)

0.15 0.40 0.97 0.02 0.56

Abbreviations: Hb, hemoglobin; Pf., Plasmodium falciparum; SD, standard deviation; lL, microliter; IQR, interquartile range.
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Parameters linked to drug failure

A logistic regression model was used to search for param-
eters linked with the risk of treatment failure (both parasitolog-
ical LPF and clinical failure ETF/LCF). The model stopped
with Wald test at 31.84 (4 df, p = 2.066e�06). Only the age
group (age < 5 years, odds ratio [OR = 5.74], p < 0.0001),
the half-life of parasite decay more than 5 h (OR = 3.69,
p = 0.01) and HbCC genotype (OR = 11.74, p = 0.04) were
significantly linked with the risk of failure (Table 4).

K13-propeller genotypes

Overall, 247 sequences were obtained for the K13-propeller
gene, 63 sequences for aHb and185 sequences for nHb. These
sequences derived fromparasite isolateswith density greater than
10,000/lL of blood. Height mutations were detected out of
which only two were non-synonymous (D559N and V510M).
These non-synonymous mutations were found in isolates from
people with nHb. Only one synonymous mutation was found
in isolates from patients with aHb (1.61%) (Table 5).

Table 2. Characteristics of parasite clearance according to hemoglobin type.

HbAA HbAC HbAS HbCC HbSC HbSS

Patients for parasite clearance calculation (n)* 359 20 22 4 6 3
Median k (/hour), (IQR) 0.2 (0.2–0.3) 0.2 (0.2–0.2) 0.2 (0.2–0.3) 0.2 (0.1–0.2) 0.1 (0.1–0.2) 0.2 (0.1–0.2)
Slope half-life (hour), median (IQR) 3.1 (2.7–3.6) 2.9 (2.7–3.2) 2.6 (2.3–3.6) 3.4 (3.2–3.6) 3.8 (3.6–3.9) 3.2 (2.5–4.3)
Patients with slope half-life > 5 h, n (%) 26 (7.2) 1 (5.0) 1 (4.5) 0 0 0
PCT in hours, median (IQR) 24 (24–48) 24 (24–36) 24 (24–48) 48 (42–48) 48 (48–48) 24 (24–48)
PC50, median (IQR) 12.1 (9.4–13.3) 11.9 (8.2–12.4) 11.7 (9.2–13.9) 12.8 (12.5–13.1) 13.7 (13.6–14.0) 12.5 (9.2–14.4)
PC90, median (IQR) 21.9 (14.7–23.7) 21.7 (14.5–22.6) 20.3 (13.3–23.9) 23.4 (22.9–23.9) 24.8 (24.2–25.1) 22.9 (15.0–26.2)
PC95, median (IQR) 24.9 (17.3–27.0) 24.8 (17.3–25.7) 23.2 (15.1–27.3) 26.7 (26.1–27.3) 28.3 (27.6–28.6) 26.1 (17.5–29.9)
PC99, median (IQR) 31.0 (23.0–33.6) 30.7 (23.7–31.9) 28.8 (19.2–33.9) 33.1 (32.3–33.8) 35.0 (34.2–35.4) 32.3 (23.4–36.9)

p-values HbAA vs. HbAC HbAA vs. HbAS HbAA vs. HbCC HbAA vs. HbSC HbAA vs. HbSS

Median k (/hour), (IQR) 0.44 0.80 0.16 0.007 0.54
Slope half-life (hour), median (IQR) 0.89 0.87 0.18 0.008 0.56
PCT in hours, median (IQR) 0.13 0.49 0.05 0.02 0.82
PC50, median (IQR) 0.34 0.74 0.24 0.006 0.65
PC90, median (IQR) 0.56 0.83 0.13 0.01 0.53
PC95, median (IQR) 0.55 0.82 0.12 0.02 0.14
PC99, median (IQR) 0.64 0.86 0.15 0.03 0.54

Notes: PC50, 50% parasite clearance rate; PC90, 90% parasite clearance rate; PC95, 95% parasite clearance rate; PC99, 99% parasite clearance
rate.
* Parasite clearance was estimated by WWARN PCE and WHO PCE.
Abbreviations: Hb, hemoglobin; IQR, interquartile range; PCE, parasite clearance estimator; PCT, parasite clearance time; k, parasite
clearance rate.

Table 3. Characteristics of patients during follow-up according to hemoglobin type.

HbAA HbAC HbAS HbCC HbSC HbSS

Patients followed-up from day 3 onward (n) 646 60 47 5 7 5
Positive parasitemia on day 3 n (%) 3 (0.5) 1 (1.7) 0 (00) 0 (00) 0 (00) 0 (00)
Early treatment failure (ETF) n (%) 0 (00) 0 (00) 0 (00) 0 (00) 0 (00) 0 (00)
Late clinical failure (LCF) n (%) 33 (5.1) 4 (6.7) 1 (2.1) 1 (20) 0 (00) 0 (00)
Late parasitological failure (LPF) n (%) 7 (1.1) 0 (00) 0 (00) 0 (00) 0 (00) 0 (00)
Recrudescence (defined on PCR typing) n (%) 0 (00) 0 (00) 0 (00) 0 (00) 0 (00) 0 (00)
New infection n (%) 40 (6.2) 4 (6.7) 1 (2.1) 1 (20) 0 (00) 0 (00)
Adequate clinic parasitological response (ACPR) (%) 100 100 100 100 100 100

p-values HbAA vs. HbAC HbAA vs. HbAS HbAA vs. HbCC HbAA vs. HbSC HbAA vs. HbSS

Positive parasitemia on day 3 n (%) 0.29 1 1 1 1
Early treatment failure (ETF) n (%) 1 1 1 1 1
Late clinical failure (LCF) n (%) 0.54 0.72 0.23 1 1
Late parasitological failure (LPF) n (%) 1 1 1 1 1
Recrudescence (defined on PCR typing) n (%) 1 1 1 1 1
New infection n (%) 0.78 0.35 0.27 1 1
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Discussion

This study focuses on parasite clearance in patients with
hemoglobin disorders. The in vivo effect of ACTs on parasites
was evaluated in patients who attended consultation without
prior knowledge of their hemoglobin status. From 2012 to
2016, two protocols of follow-up were used on behalf of the
National Malaria Program to survey drug efficacy, for a 24-hour
follow-up and a 6-hour follow-up.

For the 770 patients enrolled in this study in 6 provinces, a
significantly lower initial parasite density was found in HbSC
genotype patients, compared with HbAA group, as previously
reported [7, 19, 26]. According to the literature, this was related
to a lack of maturation of parasites in sickle cells, an increase in
phagocytosis of infected red blood cells, or more recently, to the
effect of human microRNA on the intracellular control of the
parasite [14, 20]. In this study, during treatment, a lower clear-
ance rate, a longer time to 50% and 99% parasite clearance,
and a longer parasite half-life were found for people with HbSC
than for HbAA patients, but not for other types of hemoglobin.
Previous in vitro results have shown that artesunate and chloro-
quine had less activity against P. falciparum growing in alpha-
thalassemia and/orHbCS erythrocytes than normal erythrocytes,
while the activity of pyrimethamine was the same for all erythro-
cytes [32]. Clearly, these data support evidence that hemoglobi-
nopathies modulate the activity of artemisinin derivatives.
Authors attribute these results to altered accumulation and lower
binding of molecules within the parasitized erythrocytes as well
as attenuation of oxidative stress [17, 18]. Antagonistic actions
of erythrocyte antioxidative enzymes [17] and artesunate
oxidative activity [5] could lead to this higher clearance time
in abnormal erythrocytes. However, the low initial parasite
density found in these patients with HbSC genotype could have
led us to expect even faster parasite clearance. These results
show that normal and abnormal blood cells have significantly
different biochemistry.

However, the best measure of parasite clearance is the
parasite half-life in a patient’s blood. The usual threshold used
for artemisinin resistance is 5 h. This definition complements
the WHO definition arguing that artemisinin resistance must
be suspected in a population if more than 10% of patients con-
tinue to carry parasites 3 days after beginning of ACT treatment
[27]. Globally, this study showed no failure difference between

Table 4. Multivariate analysis of risk factors associated with the
occurrence of treatment failures.

Logistic model Failure (%) Odds ratio [CI 95%] p-value

Half-life (hours)
< 5 h 40 (10.4) 1 –

> 5 h 6 (21.4) 3.69 [1.18–10.3] 0.01
Hemoglobin type
AA 40 (6.2) 1 –

AC 4 (6.7) 1.5 [0.21–6.25] 0.62
AS 1 (2.1) 0.54 [0.02–2.94] 0.56
CC 1 (20.0) 11.74 [0.54–104] 0.04
SC 0 (0.0) 0 0.99
SS 0 (0.0) 0 0.99

Gender
Female 18 (4.4) 1 –

Male 28 (7.8) 1.57 [0.72–3.53] 0.25
Age group
� 5 years 16 (2.8) 1 –

< 5 years 30 (14.6) 5.74 [2.6–13.1] 0.0001

Notes: Logistic regression stopped with Wald test 31.84 on 4 df
(p = 2.066e�06). Only the variables age group (age < 5 years),
parasite half-life, and HbCC were significantly linked with the risk
of failure.

Figure 2. Modeling the population parasite number according to the hemoglobin type. The parasite half-life time is plotted for those with (A)
or without (B) abnormal hemoglobin according to the White et al. [27], distribution model. For aHb, the model describes only one phenotype
(half-life time = 2.15 ± 1.37 h), whereas for nHb, three phenotypes were found: i) phenotype 1 (blue line, half-life time = 1.83 ± 1.28 h)
accounting for 25.4% of the patients, ii) phenotype 2 (red line, half-life time = 3.23 ± 1.17 h) accounting for 66.88% of the patients, and
iii) phenotype 3 (pink line, half-life time = 7.78 ± 1.32 h) accounting for 7.73%. The red line highlights the threshold of potential resistance
(half-life more than > 5 h). aHb (Abnormal hemoglobin), nHb (Normal hemoglobin).
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patients with or without aHb. The same applies for the various
therapeutic failure criteria (ET, LC, LPF). Indeed, in logistic
regression, the main factors associated with failure were,
parasite half-life time “> 5 h”, group of “age < 5 years”, and
homozygote “HbCC genotype”.

This last parameter is interesting as HbC is mainly a
Sahelian genetic trait and two studies demonstrated the malaria
protective effect of this hemoglobin. Agarwal et al. studying a
Dogon population with a high prevalence of HbC, reported that
subjects with HbAC were 29% less likely to develop severe
malaria than subjects with HbAA [2]. One year later, in Burkina
Faso, a study confirmed that HbC was associated with about
90% reduced risks of malaria (both mild and severe) [14].
Recently, a study implemented in Mali, indicated that
schoolchildren with hemoglobin C mutation might contribute
disproportionately to the seasonal malaria resurgence in an area
where the HbC variant is common, related to an increase of
asymptomatic carriage of parasites [10]. Data obtained during
this study in Côte d’Ivoire support this last point and add
rational to additional effects of HbC on malaria epidemiology,
with delayed efficacy of ART for these patients.

Artemisinin resistance monitoring remains a priority for
the National Malaria Control Program of Cote d’Ivoire because
of the threat of import of resistant strains from Asian countries
[15, 30]. Genetic analysis of populations of parasites is thus an
important tool to conduct retrospective surveys. The A578S
mutation observed in Yunnan province, China associated with
the predominant F446Imutation [19], has already been reported
in some African countries [12]. In this study, two new nonsyn-
onymous mutations (D559N and V510M) were found in
patients with nHb, not related to Southeast Asia ones [19], with-
out association with abnormal hemoglobin or delay response.
However, at the same time, an analysis conducted by White
et al. [25, 27] supports different structures of parasite popula-
tions for patients with aHb and nHb. This could suggest higher
biochemical constraints for the development of the parasite in
aHb. Interestingly, in abnormal cells, constraints in parasite
growth significantly reduce biomass and therefore can affect
the phenotypic diversity of parasites. The second hypothesis
could be that aHb can selects specific phenotypes usually at
low frequency in the parasite population. Given the high fre-
quency of people living with aHb in Côte d’Ivoire, this could
place considerable pressure on parasites, supporting emergence
of drug resistance (as resistance to ART seems related to anti-
oxidant metabolism).

In conclusion, despite the significant delay in parasitic
clearance observed in HbSC patients compared to HbAA
patients, the ACTs remain highly effective in these patients.
This is good news for the National Malaria Control Program,
as patients with any type of hemoglobin will be able to use
the same antimalarial drug. However, the high homogeneity
of the isolates invading aHb patients suggests a specific genetic
background in these parasites. Full genome sequencing of these
isolates is now in progress.

Acknowledgements. We are grateful to the participants, medical
staff, and all health authorities at the study sites for their collabora-
tion. The authors would also like to acknowledge the National
Malaria Control Program (PNLP-CI), WHO, Global Fund and
Rotary International.

Conflict of interest

The authors declare that they have no competing interests.

References

1. Adjei GO, Goka BQ, Enweronu-Laryea CC, Rodrigues OP,
Renner L, Sulley AM, Alifrangis M, Khalil I, Kurtzhals JA.
2014. A randomized trial of artesunate-amodiaquine versus
artemether-lumefantrine in Ghanaian paediatric sickle cell and
non-sickle cell disease patients with acute uncomplicated
malaria. Malaria Journal, 13, 369.

2. Agarwal A, Guindo A, Cissoko Y, Taylor JG, Coulibaly D,
Koné A, Kayentao K, Djimde A, Plowe CV, Doumbo O,
Wellems TE, Diallo D. 2000. Hemoglobin C associated with
protection from severe malaria in the Dogon of Mali, a West
African population with a low prevalence of hemoglobin S.
Blood, 96, 2358–2363.

3. Allison AC. 1954. The distribution of the sickle-cell trait in East
Africa and elsewhere, and its apparent relationship to the
incidence of subtertian malaria. Transactions of the Royal
Society of Tropical Medicine and Hygiene, 48, 312–318.

4. Ariey F, Witkowski B, Amaratunga C, Beghain J, Langlois
A-C, Khim N, Kim S, Duru V, Bouchier C, Ma L, Lim P, Leang
R, Duong S, Sreng S, Suon S, Chuor CM, Bout DM, Ménard S,
Rogers WO, Genton B, Fandeur T, Miotto O, Ringwald P, Le
Bras J, Berry A, Barale J-C, Fairhurst RM, Benoit-Vical F,
Mercereau-Puijalon O, Ménard D. 2014. A molecular marker of
artemisinin-resistant Plasmodium falciparum malaria. Nature,
505, 50–55.

Table 5. Prevalence of K13-propeller gene mutations according to hemoglobin type.

HbAA HbAC HbAS HbCC HbSC HbSS

Sequences obtained (n) 185 27 22 05 04 05
Sequences WT, n (%) 178 (96.2) 24 (100) 22 (100) 05 (100) 04 (100) 04 (80.0)
Mutated sequences, n (%) 07 (3.8) 0 (00) 0 (00) 0 (00) 0 (00) 01 (20)

Nature of mutation
Synonymous mutations, n (%) 05 (2.70) – – – – 01 (20)
Non-synonymous mutations, n (%) 02 (1.08) – – – – –

Notes: Synonymous mutations (HbAA: Y519Y R597R V510V T535T C469C, HbSS: C469C); Non-synonymous mutations (HbAA: D559N
V510M).
Abbreviations: WT, wild type; Hb, hemoglobin.

E.A. Gbessi et al.: Parasite 2021, 28, 67 7



5. Cui L, Su X. 2009. Discovery, mechanisms of action and
combination therapy of artemisinin. Expert Review of Anti-
Infective Therapy, 7, 999–1013.

6. Davis TME, Karunajeewa HA, Ilett KF. 2005. Artemisinin-
based combination therapies for uncomplicated malaria. Med-
ical Journal of Australia, 182, 181–185.

7. Fairhurst RM, Fujioka H, Hayton K, Collins KF, Wellems TE.
2003. Aberrant development of Plasmodium falciparum in
hemoglobin CC red cells: implications for the malaria protective
effect of the homozygous state. Blood, 101, 3309–3315.

8. Flegg JA, Guerin PJ, White NJ, Stepniewska K. 2011.
Standardizing the measurement of parasite clearance in falci-
parum malaria: the parasite clearance estimator. Malaria Journal,
10, 339.

9. Friedman MJ. 1979. Oxidant damage mediates variant red cell
resistance to malaria. Nature, 280, 245–247.

10. Gonçalves BP, Sagara I, Coulibaly M, Wu Y, Assadou MH,
Guindo A, Ellis RD, Diakite M, Gabriel E, Prevots DR,
Doumbo OK, Duffy PE. 2017. Hemoglobin variants shape the
distribution of malaria parasites in human populations and their
transmission potential. Scientific Reports, 7, 14267.

11. Haldane JBS. 1949. The rate of mutations of human genes, in
Malaria: Genetic and Evolutionary Aspects. Kluwer Academic
Publishers: Boston. p. 169–174.

12. Kamau E, Campino S, Amenga-Etego L, Drury E, Ishengoma D,
Johnson K, Mumba D, Kekre M, Yavo W, Mead D, Bouyou-
Akotet M, Apinjoh T, Golassa L, Randrianarivelojosia M,
Andagalu B, Maiga-Ascofare O, Amambua-Ngwa A, Tindana
P, Ghansah A, MacInnis B, Kwiatkowski D, Djimde AA. 2015.
K13-propeller polymorphisms in Plasmodium falciparum para-
sites from sub-Saharan Africa. Journal of Infectious Diseases,
211, 1352–1355.

13. LaMonte G, Philip N, Reardon J, Lacsina JR, Majoros W,
Chapman L, Thornburg CD, Telen MJ, Ohler U, Nicchitta CV,
Haystead T, Chi J-T. 2012. Translocation of sickle cell
erythrocyte MicroRNAs into Plasmodium falciparum inhibits
parasite translation and contributes to malaria resistance. Cell
Host & Microbe, 12, 187–199.

14. Modiano D, Luoni G, Sirima BS, Simporé J, Verra F, Konaté A,
Rastrelli E, Olivieri A, Calissano C, Paganotti GM, D’Urbano
L, Sanou I, Sawadogo A, Modiano G, Coluzzi M. 2001.
Haemoglobin C protects against clinical Plasmodium falci-
parum malaria. Nature, 414, 305–308.

15. Noedl H, Se Y, Schaecher K, Smith BL, Socheat D,
Fukuda MM. 2008. Evidence of artemisinin-resistant malaria
in Western Cambodia. New England Journal of Medicine, 359,
2619–2620.

16. Orjih AU. 1987. Increased accumulation of chloroquine and
desethylchloroquine in homozygous sickle cells. Bulletin of the
World Health Organization, 65, 51–55.

17. Prasartkaew S, Bunyaratvej A, Fucharoen S, Wasi P. 1986.
Comparison of erythrocyte antioxidative enzyme activities
between two types of haemoglobin H disease. Journal of
Clinical Pathology, 39, 1299–1303.

18. Sugiarto SR, Moore BR, Makani J, Davis TME. 2018.
Artemisinin therapy for malaria in hemoglobinopathies: A
systematic review. Clinical Infectious Diseases, 66, 799–804.

19. Sun A, Dong Y, Chen M, Xu Y, Deng Y, Mao X, Wang J.
2016. Polymorphism analysis of Plasmodium falciparum K13
gene kelch domain associated with resistance to artemisinin in
Yunnan Province. Chinese Journal of Parasitology & Parasitic
Diseases, 34, 339–345.

20. Tossea SK, Adji EG, Coulibaly B, Ako BA, Coulibaly DN, Joly P,
Assi S-B, Toure A, Jambou R. 2018. Cross sectional study on
prevalence of sickle cell alleles S and C among patients with mild
malaria in Ivory Coast. BMC Research Notes, 11, 215.

21. Toure OA, Assi SB, N’Guessan TL, Adji GE, Ako AB, Brou
MJ, Ehouman MF, Gnamien LA, Coulibaly MA, Coulibaly B,
Beourou S, Bassinka I, Soumahoro A, Kadjo F, Tano MA.
2014. Open-label, randomized, non-inferiority clinical trial of
artesunate-amodiaquine versus artemether-lumefantrine fixed-
dose combinations in children and adults with uncomplicated
falciparum malaria in Côte d’Ivoire. Malaria Journal, 13, 439.

22. Toure OA, Landry NT, Valerie IBA, Brice AS, Emmanuel K,
Adonis K, Stephane YS, Eric A, Viviane K-L, Gbessi AE,
Sylvain B, Karil T, Berenger AAA, Albert G, Joseph D, Ronan
J. 2018. Current efficacy of the first line uncomplicated malaria
treatment in two sentinels sites of Côte d’Ivoire. International
Journal of Clinical Research & Trials, 3, 124.

23. Trager W, Nagel RL, Roth EF, Friedman MJ. 1979. The role of
hemoglobins C, S, and Nbalt in the inhibition of malaria parasite
development in vitro. American Journal of Tropical Medicine
and Hygiene, 28, 777–780.

24. Trent RJA. 2006. Diagnosis of the haemoglobinopathies.
Clinical Biochemist Reviews, 27, 27–38.

25. Tun STT, Lubell Y, Dondorp AM, Fieldman T, Tun KM,
Celhay O, Chan XH, Saralamba S, White LJ. 2017. Identifying
artemisinin resistance from parasite clearance half-life data with
a simple Shiny web application. PLoS One, 12, e0177840

26. Vattanaviboon P, Wilairat P, Yuthavong Y. 1998. Binding of
dihydroartemisinin to hemoglobin H: Role in drug accumulation
and host-induced antimalarial ineffectiveness of a-thalassemic
erythrocytes. Molecular Pharmacology, 53, 492–496.

27. White LJ, Flegg JA, Phyo AP, Wiladpai-ngern JH, Bethell D,
Plowe C, Anderson T, Nkhoma S, Nair S, Tripura R, Stepniewska
K, Pan-Ngum W, Silamut K, Cooper BS, Lubell Y, Ashley EA,
Nguon C, Nosten F, White NJ, Dondorp AM. 2015. Defining the
in vivo phenotype of artemisinin-resistant falciparum malaria: A
modelling approach. PLoS Medicine, 12, e1001823.

28. WHO. 2006. Rapport du sécrétariat géneral de l’OMS sur les
thalassémies et autres hémoglobinopaties.

28. WHO. 2006. Rapport du sécrétariat géneral de l’OMS sur les
thalassémies et autres hémoglobinopaties. https://apps.who.int/
gb/ebwha/pdf_files/EB118/B118_5-fr.pdf.

30. WHO. 2009. Methods for surveillance of antimalarial drug
efficacy. Geneva: World Health Organization.

31. Willcox M, Björkman A, Brohult J. 1983. Falciparum malaria
and b-thalassaemia trait in northern Liberia. Annals of Tropical
Medicine & Parasitology, 77, 335–347.

32. Yuthavong Y, Butthep P, Bunyaratvej A, Fucharoen S. 1989.
Decreased sensitivity of artesunate and chloroquine of
Plasmodium falciparum infecting hemoglobin H and/or hemo-
globin constant spring erythrocytes. Journal of Clinical Inves-
tigation, 83, 502–505.

Cite this article as: Gbessi EA, Toure OA, Gnondjui A, Koui TS, Coulibaly B, Ako BA, Tiacoh NL, Assi S, Sanogo I, Sokouri D &
Jambou R. 2021. Artemisinin derivative-containing therapies and abnormal hemoglobin: Do we need to adapt the treatment? Parasite
28, 67.

8 E.A. Gbessi et al.: Parasite 2021, 28, 67

https://apps.who.int/gb/ebwha/pdf_files/EB118/B118_5-fr.pdf
https://apps.who.int/gb/ebwha/pdf_files/EB118/B118_5-fr.pdf


An international open-access, peer-reviewed, online journal publishing high quality papers
on all aspects of human and animal parasitology

Reviews, articles and short notes may be submitted. Fields include, but are not limited to: general, medical and veterinary parasitology;
morphology, including ultrastructure; parasite systematics, including entomology, acarology, helminthology and protistology, andmolecular
analyses; molecular biology and biochemistry; immunology of parasitic diseases; host-parasite relationships; ecology and life history of
parasites; epidemiology; therapeutics; new diagnostic tools.
All papers in Parasite are published in English. Manuscripts should have a broad interest and must not have been published or submitted
elsewhere. No limit is imposed on the length of manuscripts.

Parasite (open-access) continues Parasite (print and online editions, 1994-2012) and Annales de Parasitologie Humaine et Comparée
(1923-1993) and is the official journal of the Société Française de Parasitologie.

Editor-in-Chief: Submit your manuscript at
Jean-Lou Justine, Paris http://parasite.edmgr.com/

E.A. Gbessi et al.: Parasite 2021, 28, 67 9

http://parasite.edmgr.com/

	Introduction
	Materials and methods
	Ethical considerations
	Study sites
	Study population
	Hemoglobin typing
	K13-propeller genotyping and sequencing
	Statistical analysis

	Results
	Population enrolled and parasitemia
	Parasite clearance
	Parameters linked to drug failure
	K13-propeller genotypes

	Discussion
	Acknowledgements
	Conflict of interest
	References

