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Abstract

Background: The clinical development of a single encounter treatment for uncomplicated malaria has the potential to
significantly improve the effectiveness of antimalarials. Exploratory data suggested that the combination of artefenomel
and piperaquine phosphate (PQP) has the potential to achieve satisfactory cure rates as a single dose therapy. The
primary objective of the study was to determine whether a single dose of artefenomel (800 mg) plus PQP in ascending
doses is an efficacious treatment for uncomplicated Plasmodium falciparum malaria in the 'target' population of
children <5 years of age in Africa as well as Asian patients of all ages.

Methods: Patients in six African countries and in Vietnam were randomised to treatment with follow-up for 42-63
days. Efficacy, tolerability, safety and pharmacokinetics were assessed. Additional key objectives were to characterise the
exposure-response relationship for polymerase chain reaction (PCR)-adjusted adequate clinical and parasitological
response at day 28 post-dose (ACPR28) and to further investigate Kelch13 mutations. Patients in Africa (n = 355) and
Vietnam (n = 82) were included, with 85% of the total population being children < 5 years of age.
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Results: ACPR28 in the per protocol population (95% confidence interval) was 70.8% (61.13-79.19), 68.4% (59.13-76.66)
and 78.6% (70.09-85.67) for doses of 800 mg artefenomel with 640 mg, 960 mg and 1440 mg of PQP respectively.
ACPR28 was lower in Vietnamese than in African patients (66.2%; 54.55-76.62 and 74.5%; 68.81-79.68) respectively.
Within the African population, efficacy was lowest in the youngest age group of 2 0.5 to < 2 years, 52.7% (38.80-66.35).
Initial parasite clearance was twice as long in Vietnam than in Africa. Within Vietnam, the frequency of the Kelch13
mutation was 70.1% and was clearly associated with parasite clearance half-life (PCt1/2). The most significant tolerability

finding was vomiting (28.8%).

Conclusions: In this first clinical trial evaluating a single encounter antimalarial therapy, none of the treatment arms
reached the target efficacy of > 95% PCR-adjusted ACPR at day 28. Achieving very high efficacy following single dose
treatment is challenging, since > 95% of the population must have sufficient concentrations to achieve cure across a
range of parasite sensitivities and baseline parasitaemia levels. While challenging, the development of tools suitable for
deployment as single encounter curative treatments for adults and children in Africa and to support elimination

strategies remains a key development goal.

Trial registration: ClinicalTrials.gov, NCT02083380. Registered on 7 March 2014.

Keywords: Artefenomel, 07439, Piperaquine, Single dose combination treatment, Pharmacokinetics, Dose-response,
modelling and simulation, Phase II B, Uncomplicated Plasmodium falciparum malaria, Children,

Background

Since 2000 the incidence of malaria has fallen by 41%
and mortality rates have declined by 62% globally, due
to increased deployment of new interventions including
artemisinin-based combination treatments and insecti-
cide treated bed nets (WHO 2016) [1]. However, des-
pite these gains, in 2015 there were 212 million new
cases and an estimated 429,000 malaria-related deaths,
with Africa continuing to bear the heaviest burden, ac-
counting for approximately 9 in 10 malaria cases and
deaths, the vast majority of which were in young chil-
dren [1]. The high death rate in young children is be-
lieved to be linked to low acquired immunity, coupled
with greater vulnerability to the infection. Since lower
immunity may mean that young children require higher
drug exposures than older patients to achieve cure, it is
important to tailor dose selection to this population.
Patients in Asia may also have lower immunity due to
low endemicity.

Numerous studies have suggested that in 'real-life' com-
munity settings, poor to moderate adherence to current
standard 3-day treatment regimens is common, and this
could impact morbidity and mortality as well as drive the
development of resistance, although definitive data are dif-
ficult to obtain [2—4]. Availability of a highly efficacious
'single encounter treatment’ would be expected to im-
prove effectiveness of malaria treatment and delay selec-
tion of resistant parasites. An effective cure that can be
administered as a single treatment, directly observed if re-
quired, would also provide an important tool to support
malaria elimination efforts [5, 6]. Medicines for Malaria
Venture (MMYV) and its partners have undertaken to de-
velop single dose treatments for malaria [7].

Exploratory clinical data suggested that artefenomel
(OZ439) plus piperaquine phosphate (PQP) in combin-
ation could be efficacious as a single encounter cure. Arte-
fenomel, a novel synthetic trioxolane, contains a similar
peroxidic pharmacophore to artemisinins and has demon-
strated rapid parasite clearance in patients, with a median
parasite reduction ratio at 24 h (logl0) post-treatment
(PRR24) for Plasmodium falciparum ranging from 0.9 to
1.88 [8]. PQP is a long-acting antimalarial currently mar-
keted in a fixed dose combination with dihydroartemisinin
(DHA), administered once daily for 3 days.

We report the results of the first clinical efficacy study
of the combination of artefenomel and PQP in a design
which allowed rapid progression from adult African pa-
tient to children <5 years of age and Asian patients of
all ages to ensure that dose finding for phase III is car-
ried out in populations most likely to require the highest
exposures to achieve cure. The study also employed in-
terim futility analyses in order to drop doses with a low
probability of success early.

Methods

Study objectives

The primary objective of the study was to determine
whether a single dose combination of artefenomel plus
PQP is an efficacious treatment for uncomplicated P.
falciparum malaria.

Secondary and exploratory objectives included deter-
mination of the incidence of recurrence, recrudescence
and new infection, estimation of parasite clearance kin-
etics and exploration of the relationship between
Kelch13 genotype and parasite clearance half-life
(PCt1/2) in Asian patients.


https://clinicaltrials.gov/ct2/show/NCT02083380

Macintyre et al. BVIC Medicine (2017) 15:181

An additional key exploratory objective was to charac-
terise the dose/exposure—response relationship for the
combination for the primary efficacy endpoint across the
patient population and to identify significant covariates
influencing efficacy. Safety, tolerability and pharmaco-
kinetics (PK) were also assessed. Details of the study ob-
jectives, design and endpoints are summarised in
Additional file 1: S1 Study protocol, Section 1 Study syn-
opsis and in more detail in Sections 4, 5.1 and 5.10
respectively.

The study was conducted at nine study sites across
six African countries, Benin (Cotonou), Burkina Faso
(Nanoro, Banfora and Niangoloko) [9, 10], Democratic
Republic of Congo (Kinshasa) [11], Gabon (Libreville,
Lambaréné) [12], Mozambique (Manhica) [13] and
Uganda (Tororo) [14], and four sites in Vietnam
(Quang tri, Gia Lai, Khanh Hoa, Binh Phuoc) [15].
Malaria prevalence is hyperendemic to holoendemic,
and transmission is perennial in all sites with seasonal
variation. Drug resistance of P. falciparum against
chloroquine and sulfadoxine-pyrimethamine is wide-
spread at all African sites, and evidence of artemisinin
resistance was confirmed at the Vietnamese sites [16].

Study design, participants and interventions
This was a randomised, double-blind, single dose
study to investigate the efficacy, safety, tolerability
and PK of artefenomel 800 mg in loose combination
with three doses of PQP (640, 960, 1440 mg) in male
and female patients aged>6 months to<70 years
(body weight >5 kg to <90 kg) with uncomplicated P.
falciparum malaria. The artefenomel dose of 800 mg
was expected to deliver close to the maximum well-
tolerated exposure, and PQP doses were selected to
span a range of adequate clinical and parasitological
response at day 28 (ACPR28) values, with the highest
dose estimated to give a mean maximum placebo
corrected change from baseline QTcF of 18 ms [17].
Patients presenting with microscopically confirmed P.
falciparum mono-infection in the range 1000 to 100,000
asexual parasites/uL of blood, and with fever (axillary
temperature > 37.5 °C) or history of fever in the preced-
ing 24 h, were included following their submittal of writ-
ten informed consent, and all eligible patients were
randomised via an Interactive Web Response System
(IWRS) in a ratio of 1:1:1 to one of the three treatment
arms (see supplementary material). Important exclusion
criteria were the presence of severe malaria (according
to the WHO definition [18]), haemoglobin below 8 g/dL,
exclusions relating to cardiac and hepatic safety and
prior antimalarial treatment within specified time
frames. Full inclusion/exclusion criteria are given in
Additional file 1: S1 Study protocol, Sections 1 Study
synopsis and 6 Selection of patients.
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The study was initiated in patients aged > 15 years,
and following review of safety data by an Independent
Safety Monitoring Board (ISMB), sequentially younger
patients were recruited in a step-down procedure de-
scribed in Additional file 1: S1 Study protocol, Section
6.5.2 and illustrated in Figure 1 (S1 Study protocol),
Step-down procedure. The aim was to recruit a popula-
tion predominantly of African children <5 years of age
and also to include Asian patients (the most important
target populations). Patient recruitment and follow-up
were conducted between July 2014 and August 2015.

Fasted patients > 35 kg received artefenomel 800 mg in
loose combination with PQP doses of 640, 960 or
1440 mg at day 0. Patients who weighed < 35 kg received
body weight-adjusted doses [19] within weight bands
predicted to achieve similar exposure ranges to pa-
tients > 35 kg. The dose for a given weight band was ad-
justed by scaling clearance allometrically, using the
relationship CL = (body weight/70)°7%, Artefenomel was
administered as a suspension formulation containing o-
tocopherol polyethylene glycol (TPGS). PQP was in-
cluded in the suspension (for patients <24 kg) or was
administered as separate tablets (patients > 24 kg), with
blinding maintained by administering matching placebo
tablets. For the lowest weight band the dosing volume
was 75 mL (plus 2x 15 mL rinses). Patients who vomited
within 5 min of start of dosing were re-dosed once.
Details of study drug treatments and administration are
given in Additional file 1: S1 Study protocol, Section 10
Treatment.

Following drug administration, patients were followed
for 42 days or 63 days at some centres (patients were
consented separately for days>42 to 63). Patients
remained in the clinical unit for a minimum of 48
(African patients >5 years old) or 72 h (African pa-
tients < 5 years old and all Asian patients) and were dis-
charged provided parasite and fever clearance had been
achieved. Patients returned for assessment on days 3, 5,
7, 10, 14, 21, 28, 42 and 63 at selected centres. Blood
films (thick and thin) were prepared and axillary tem-
peratures were measured at screening/pre-dose, 6, 12,
18, 24, 30, 36, 48, 72 h and days 5, 7, 10, 14, 21, 28, 42
and 63. Assessments for safety included haematology,
clinical chemistry, urinalysis and a triplicate 12-lead
electrocardiogram (ECG). Clinical assessments were
taken according to the schedule presented in detail in
Additional file 1: S1 Study protocol, Section 2 Schedule
of assessments.

For screening, thick blood films were stained with 10%
Giemsa for 10 min, and thick and thin films for baseline
to follow-up were stained with 2% Giemsa for 30 min.
Expert microscopists determined parasite densities and
examined thick blood films for parasites and thin blood
films for non-falciparum infections. A second
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microscopist, blinded to initial readings, re-read all
slides, and a third resolved discrepant readings. A slide
was considered negative in the absence of asexual para-
sites per 1000 counted leukocytes using a 100x magnifi-
cation oil immersion objective. Parasite density was
calculated as follows: (number of counted parasites/
counted leukocytes) x most recent absolute leukocyte
count per microliter. Details of additional methods are
given in the supplementary material.

Analysis populations

The intention to treat (ITT) and safety analysis sets were
identical and included all patients who provided informed
consent, received the study drug (entire or partial dose)
and had a confirmed positive blood film for P. falciparum
asexual parasitaemia at inclusion. The ITT subset defined
for the Kaplan—Meier (KM) estimates of recurrence, re-
crudescence and new infection rate included only those
who consumed the entire dose.

The per protocol (PP) set was the primary analysis
set and included all patients comprising the ITT set
who consumed the entire dose and were without
major protocol deviations. The modified PP analysis
set in addition excluded patients who vomited be-
tween >5 min and <4 h after start of drug administra-
tion. Patients could be excluded from a population for
more than one reason (see Fig. 1). The PK population
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included all patients in the ITT set with at least one
evaluable PK sample after treatment administration.

Ethical considerations

The study (MMV_0Z439_13_003) conformed to the
Declaration of Helsinki and Standard Operating Proce-
dures that meet current regulatory requirements and
guidelines established by the International Conference
on Harmonization for Good Clinical Practice in Clinical
Studies. It was approved by the relevant Independent
Ethics Committees (IECs), national Institutional Review
Boards and, where relevant, local regulatory authorities
at each of the participating sites (for more details see the
supplementary material). The study protocol was
registered and the study results are reported on Clinical-
Trials.gov (NCT02083380).

Endpoints

The primary efficacy endpoint was polymerase chain
reaction (PCR)-adjusted ACPR28 in the PP analysis
set. We also report the following secondary and ex-
ploratory endpoints: PCR-adjusted ACPR at day 42
(ACPR42) and day 63 (ACPR63) and crude ACPR at
days 28, 42 and 63 for the ITT and PP analysis sets and
Kaplan—Meier incidence rate of recrudescence over
63 days (ITT subset); in the PP analysis set, percentage
of patients achieving parasite clearance at 72 h post-

| 448 patients randomised

11 patients excluded (2.5%)
”| Reasons for exclusion:
No study drug administered (11)

Safety/Intent-to-treat population
437 patients (97.5%)

Intent-to-treat subset

26 patients excluded (5.8%)

»| Reasons for exclusion:

Excluded from ITT (11)

Non-compliance with study drug administration
(incomplete dosing) (15)

422 patients (94.2%)

A 4

30 patients excluded (6.7%)

Reasons for exclusion*:

»| Excluded from ITT subset (26)

Insufficient evidence of study indication? (4)
No post-baseline parasitaemia assessment (16)

Per protocol population
418 patients (93.3%)

142 patients excluded (31.7%)

| Reasons for exclusion*:

Excluded from PP (30)

v Vomited after study drug administration (120)°

Modified per protocol population
306 patients (68.3%)

administration.

Fig. 1 Analysis sets and exclusions

* Reasons for exclusion. Patients may be excluded for more than 1 reason;

2 An asexual parasite count of < 500 parasites/uL (3 patients), or without any indication of fever at screening/baseline, or with
a mixed infection at screening (1 patient). In addition, an asexual parasite count > 200,000 parasites/pL at baseline (1 patient);
b Vomited within < 5 minutes and not successfully re-dosed or vomited between > 5 minutes and < 4 hours post-study drug




Macintyre et al. BVIC Medicine (2017) 15:181

dose, PCt1/2, Kelch13 genotype and the relationship
between Kelchl3 genotype and PCtl/2 are also
reported.

ACPR was defined according to the WHO [20] as ab-
sence of parasitaemia on day X, irrespective of axillary
temperature, in patients who did not previously meet
any of the criteria of early treatment failure (ETF), late
clinical failure (LCF) or late parasitological failure (LPF).
The definition of ETF was a slight modification of the
WHO definition [20] (see Additional file 2: S2 Statistical
analysis plan, Section 15 Efficacy outcomes). The deriv-
ation of crude (unadjusted) and PCR-adjusted ACPR for
both the ITT and PP populations (for details see
Additional file 2: S2 Statistical analysis plan, Section 15
Efficacy outcomes) and of re-emergence, recrudescence
and new infection was also done according to the princi-
ples set down by the WHO and MMV [20, 21]. The
PCR methodology was in accordance with the proce-
dures to identify parasite populations recommended by
the WHO and MMV [22]. Three polymorphic genetic
markers, MSP1, MSP2 and GIuRP, were used to distin-
guish recrudescence from new infections, according to
WHO-recommended procedures and as previously de-
scribed by Snounou et al. [21, 23]. Recrudescence was
defined as at least one identical allele for each of the
three markers in the pre-treatment and post-treatment
samples. New infections were diagnosed when all alleles
for at least one of the markers differed between the two
samples. Kelch13 genotyping (baseline) was determined
by the method of the Pasteur Institute [24], PCt1/2 was
calculated using the WWARN calculator [25] and the
relationship between Kelch13 genotype and PCt1/2 was
explored by site and by mutation graphically, and sum-
mary statistics reported. Details of the derivation and
definitions of other endpoints are provided in Additional
file 2: S2 Statistical analysis plan, Section 15 Efficacy
outcomes).

Safety and tolerability endpoints included incidence of
adverse events (AEs) and serious AEs (SAEs), vital signs,
physical measurements, laboratory safety measurements,
liver function tests (LFT) increase, cases fulfilling the Hy's
law definition and ECG abnormalities including absolute
QTc value categorisation and change from baseline QTc.
Further details are given in Additional file 2: S2 Statistical
analysis plan, Section 16 Safety outcome.

Treatment emergent adverse events of special interest
(TEAESISs), requiring rapid reporting, were also defined
in the protocol to ensure careful monitoring:

1) Hepatic: Hy's law definition cases; any alanine
transaminase (ALT) or aspartate transaminase
(AST) = 5 x the upper limit of the normal range
(ULN); any elevation in total bilirubin > 2.5 x ULN
(> 35% direct); any AST or ALT > 3 x ULN with the

Page 5 of 19

appearance of fatigue, nausea, vomiting, right upper
quadrant pain or tenderness, fever, rash and/or
eosinophilia (eosinophil percent or count above the
ULN); or ALT >3 x ULN that persisted for > 4 weeks

2) Cardiac: QTcF prolongation from baseline of > 60 ms;
QTcF at any time; QTcF > 450 ms; T-wave liability or
T-wave morphologic changes during therapy; bundle
branch block; and any arrhythmia

3) Haematological: Haemoglobin (Hb) drop > 2 g/dL
from baseline; Hb drop <5 g/dL; absolute neutrophil
count (ANC) < 1000/puL

4) Pregnancy.

Statistical considerations

The aim of the study was to determine whether any of
the treatment arms reached a target PCR-adjusted
ACPR28 of >95% (PP analysis set). The study was not
powered for comparison between dosing arms.
ACPR28 was categorised as Cure and Failure according
to the WHO method [20]. Descriptive statistics and a
95% Clopper—Pearson two-sided confidence interval
(CI) were constructed around the single binomial pro-
portion per treatment arm and for all treatment arms
combined. Similar analyses were performed for the
ITT and modified per protocol population (mPP) ana-
lysis sets across all days, and for crude ACPR. Descrip-
tive summary statistics were also produced for all
secondary and exploratory endpoints. Further details
can be found in Additional file 2: S2 Statistical analysis
plan, Section 15 Efficacy outcomes and Section 6.6
Statistical tests.

Trial simulations suggested that a treatment arm size
of 106 should be required if the dose combination is
effective [26]. Recruitment was to be capped at a
maximum of 150 patients from the target population
(patients < 5 years old in Africa or patients of any age
in Asia) per treatment arm. The study design was
adaptive, allowing interim assessment of response for
the purpose of concluding futility after recruitment of
50 evaluable patients per arm (target population). Fu-
tility was to be concluded if the probability that
ACPR28 was <90% was greater than or equal to 0.3
[27]. Additionally, African patients>5 years old were
recruited during the age step-down, and these patients
were included in the final analysis but not the interim
futility analysis. Further details are given in Additional
file 1: S1 Study protocol, Section 11 Statistical methods
and data management.

Pharmacokinetic analysis

In adult patients (weighing > 35 kg) blood samples for
pharmacological analysis were collected at 15 to 16 time
points: pre-dose, 2, 4, 6, 12, 24, 48, 72 h and days 5, 7,
10, 14, 21, 28, 42, 63. In paediatric patients the number



Macintyre et al. BVIC Medicine (2017) 15:181

was between 3 and 10 samples. Artefenomel and pipera-
quine PK data were analysed separately using non-linear
mixed effect modelling (population PK analysis) in
Monolix (version 4.3.3) or NONMEM (version 7.3 or
later) respectively. For artefenomel, additional data from
two mono-therapy clinical phase II studies in adult
Asian patients were included in order to extend the dose
range (100-1200 mg); see Additional file 3: S3 Pharma-
cokinetic analysis details.

Subsequently, exposures of artefenomel and pipera-
quine for each patient were derived from the individual
PK parameters estimated in the population PK analysis.
Maximum plasma concentration (Cmax), time to reach
maximum concentration (Tmax) and concentration on
day 7 (Cday7) were obtained from the simulated profiles,
and the area under the curve (AUC) extrapolated to in-
finity (AUCinf) was calculated directly from the esti-
mated PK parameters. More details are provided in
Additional file 3: S3 Pharmacokinetic analysis details.

Exposure-response analysis

The relationship of the binary outcome of ACPR28 re-
sponse to the estimated artefenomel and piperaquine
Cday7 and other covariates was evaluated in a logistic
regression model using the statistical software R (ver-
sion 3.2.2). Within the single dose setting of the study,
Cday7 is highly correlated with other exposure vari-
ables, such as AUCinf or Cdayl4. However, Cday7 was
preferred to allow future extrapolation to multi-dose
regimens as well for its scientific rationale (concentra-
tions of any given drug may be required to exceed the
minimum parasiticidal concentration for at least 7 days
to achieve full parasite clearance). Additional covariates
evaluated were presumed immunity status (low for
African patients<5 years and Asian patients of all
ages), region, baseline parasitaemia, age and Kelchl13
genotype. All patients in the ITT set with ACPR28
values and exposure for both drugs were included in
the analysis. More details are provided in Additional file
4: S4 Exposure—response analysis details.

Dose-response simulations

The objective of the simulations was to evaluate the
dose—response relationship for single dose combination
treatment with artefenomel and PQP based on the de-
veloped population PK and exposure—response models.
The simulations were performed for a range of single
dose combination doses (for a TPGS formulation) for
the African population <5 years of age. Actual doses as-
sumed the same body weight bands and dose adjust-
ments applied to this study. For further details see
Additional file 4: S4 Exposure—response analysis details.
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Results

Interim analysis

An interim futility analysis was carried out after recruit-
ment of approximately 50 evaluable patients from the
target population per treatment arm as planned. All
doses were concluded to have reached the futility criteria
(probability of ACPR28 <90% was 0.9999); hence, the
study was stopped. Recruitment to the study continued
during the futility analysis process.

Final analysis
Analysis populations
The analysis populations are shown in Fig. 1.

Patient disposition and demographics

A total of 448 patients were randomised equally to the
three treatment groups (randomised set, Table 2), and
437, n =355 in Africa and n =82 in Asia (Vietnam) re-
ceived the study drug (ITT/safety set, Table 1). Demo-
graphics and patient characteristics by region are given
in Table 1.

Demographic characteristics were similar across treat-
ment arms and analysis sets. Age (and hence weight) dif-
fered by region due to the enrolment structure. For the
ITT/safety set, in Africa, 81.1% of patients were <5 years
old, whereas in Asia 96.3% were > 15 years old. No pa-
tients <5 years old were recruited in Asia. There was
also a difference in sex; 48.3% of patients in Africa and
93.9% in Asia were male.

Median baseline asexual parasitaemia across all treat-
ment arms was 12,913/pL (range 187/uL to 220,240/puL),
was similar in Asian and African patients <5 years,
13,140/puL (range 1065/pL to 123,080/uL) and 14,029/uL
(range 187/pL to 229,240/uL) respectively and was
slightly lower in African patients>5 years, 9714/pL
(range 835/pL to 160,040 pL).

Of those randomised, 178 (39.7%) completed the study
up to day 42 (or 63) (Table 2). Of the 270 patients
(60.3%) prematurely discontinued from the study, the
majority (47.1%) were discontinued due to meeting the
multiple criteria to receive antimalarial rescue treatment,
either from failure to clear baseline parasitaemia (1.6%)
or from parasite recurrence (ie. treatment failure;
45.5%). Thus, premature study discontinuation prior to
day 28 (and prior to day 42 or 63) is linked with the effi-
cacy endpoint ACPR.

Compliance

Protocol defined compliance; consumption of the total
volume of study drug without vomiting (or successful
re-dosing in the event of vomiting within 5 min of
dosing) was 65% in the African population and 91.5% in
the Asian population. Non-compliance was predomin-
antly due to vomiting, with an overall incidence of
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Table 1 Demographics and patient characteristics (safety set)
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All patients 800:640 (N=143) 800:960 (N =148) 800:1440 (N =146) Total (N=437)
Africa Number (n) 116 121 118 355
Age (years) (derived) Median 330 3.20 290 3.10
(Min., max.) (0.5, 54.3) (0.8, 44.6) (0.5,37.7) (0.5,54.3)
>15.0 years n (%) 15(12.9) 16 (13.2) 14 (11.9) 45(12.7)
>50to <150 years n (%) 7 (6.0) 7 (5.8) 8 (6.8) 22 (6.2)
>2.01t0 <50 years n (%) 69 (59.5) 72 (59.5) 70 (59.3) 211 (59.4)
205 to <20 years n (%) 25 (21.6) 26 (21.5) 26 (22.0) 77 (21.7)
Male n (%) 56 (48.3) 63 (52.1) 70 (59.3) 189 (53.2)
Vietnam n 27 27 28 82
Age (years) (derived) Median 27.30 2730 28.60 2745
(Min., max.) (125, 485) (9.7, 60.0) (133,576) (9.7, 60.0)
>15.0 years n (%) 26 (96.3) 26 (96.3) 27 (96.4) 79 (96.3)
>50to <150 years n (%) 137) 1(37) 1(36) 3(33.7)
>20to <50 years n (%) 0 0 0 0
20.5t0<20 years n (%) 0 0 0 0
Male n (%) 27 (100.0) 22 (81.5) 28 (100.0) 77 (93.9)

n number of patients in each category/%)

vomiting of 28.8% (35% in Africa and 7% in Asia).
Compliance and vomiting incidence were similar in the
African population across age. There were anecdotal re-
ports that, in some centres, young children were unable
to ingest the full study dose, despite a reported success
rate of administration of study drug (with or without
subsequent vomiting) of > 95% in all populations.

Efficacy: ACPR

Crude and PCR-adjusted ACPR results are reported in
Table 3 for the ITT analysis set. Re-emergence, crude
and PCR-adjusted ACPR results for the PP analysis set
are reported in Table 4.

Table 2 Patient disposition (randomised set)

For the primary analysis set (PP) and endpoint
(ACPR28), none of the treatment arms reached the tar-
get efficacy of 295% and there was no clear dose-re-
sponse relationship, although efficacy was highest for
PQP 1440 mg (78.6%; 95% CI 70.09-85.67) across the
populations (Table 4; Fig. 2b).

Efficacy in the mPP population (excluding patients
who vomited) was similar to that in the PP population;
e.g. for a PQP dose of 1440 mg, ACPR28 was (80.0%;
95% CI 69.92—-87.90) across the populations.

ACPR28 appeared lower in Asian (Vietnamese) than
in African patients; thus, for all treatment arms com-
bined, ACPR28 was 66.2% (95% CI 54.6-76.6) and 74.5%

All patients 800:640 (N =148) 800:960 (N=151) 800:1440 (N =149) Total (N =448)
Treated n (%) 143 (96.6) 148 (98.0) 146 (98.0) 437 (97.5)
Completed n (%) 57 (38.5) 56 (37.1) 65 (43.6) 178 (39.7)
Premature study discontinuation n (%) 91 (61.5) 95 (62.9) 84 (56.4) 270 (60.3)
Primary reason for premature study discontinuation
Criteria met for established anti-malarial treatment n (%) 68 (45.9) 79 (52.3) 64 (43.0) 211 (47.0)
Study drug discontinued n (%) 0 4 (26) 320 7(16)
Withdrawal of consent n (%) 9 (6.1) 3(20) 7 (4.7) 19 (4.2)
Investigator’s opinion n (%) 1(0.7) 1(0.7) 0 2 (04)
Patient non-compliant n (%) 0 1(0.7) 0 1(0.2)
Adverse event n (%) 0 0 1(0.7) 1(0.2)
Lost to follow-up n (%) 5((34) 320 3(2.0) 11 (2.5)
Other n (%) 8 (54) 4(26) 6 (4.0) 18 (4.0)

n number of patients in each category/%)
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Table 3 Crude and PCR-adjusted ACPR by day: ITT analysis set
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800:640 (N = 143)

800:960 (N = 148) 800:1440 (N = 146) Total (N=437)

Day 28
Crude ACPR n/r (%) 76/143 (53.1)
95% CI° [44.63; 61.53]
PCR-adjusted ACPR n/r (%) 77/143 (53.8)
95% CI° [45.32; 62.21]
Day 42
Crude ACPR n/r (%) 63/143 (44.1)
95% CI? [35.77; 52.59]
PCR-adjusted ACPR n/r (%)° 67/143 (46.9)
95% CI° [3847; 55.37]
Day 63°
Crude ACPR n/r (%)° 50/136 (36.8)
95% CI° [28.67; 45.45]
PCR-adjusted ACPR n/r (%)° 50/136 (36.8)
95% CI° [28.67; 45.45]

79/148 (53.4) 92/146 (63.0) 247/437 (56.5)
[45.01; 61.61] [54.64; 70.85] [51.73;61.23]
82/148 (55.4) 95/146 (65.1) 254/437 (58.1)
[47.02; 63.57] [56.75; 72.76] [53.34; 62.79]

66/148 (44.6)
[36.43; 52.98]
72/148 (48.6)
[40.36; 56.99]

68/146 (46.6)
[38.29; 55.01]
73/146 (50.0)
[41.62; 58.38]

197/437 (45.1)
[40.35; 49.88]
212/437 (48.5)
[43.74; 53.31]
49/140 (35.0)

58/135 (43.0) 157/411 (38.2)

[27.14; 43.51] [34.48; 51.76] [33.48; 43.09]
54/140 (38.6) 59/135 (43.7) 163/411 (39.7)
[30.47; 47.16] [35.19; 52.50] [34.90; 44.57]

n number of patients in each category achieving ACPR, r total number of patients in the relevant analysis set with a defined response of Cure or Failure,

N total number of patients in relevant analysis set
Clopper-Pearson

Ppatients followed up to day 63 consented separately from the patients followed up to day 42; hence, total patient population is lower for day 63

(95% CI 7.81-79.7) respectively (Fig. 2a). In the African
population, efficacy was lowest in the youngest age
group (0.5 to <2 years), 52.7% (95% CI 38.8—-66.4) for
all treatment arms combined (Fig. 2b).

In the PP population, recurrence in African and
Vietnamese patients was 37.0% and 31.6% respectively at
day 28, with all but one determined by PCR to be recru-
descence in the Vietnamese population, whereas in the
African population, approximately one third of recurring
parasites was determined to be a new infection at day 28.

In Asia, in the PP population, the number and percent-
age of recrudescences and new infections, with 95% Cls,
was 11/80 (13.8%; CI 7.07-23.27) and 0/80 at day 14, 18/
79 (22.8%; CI 14.10-33.60) and 0/79 at day 21, 23/79
(29.1%; CI 19.43-40.42) and 1/79 (1.3%; CI 0.03-6.85) at
day 28, 26/78 (33.3%; CI 23.06—44.92) and 1/78 (1.3%; CI
0.03-6.94) at day 42, and 27/75 (36.0%; CI 25.23-47.91)
and 2/75 (2.7%; CI 0.32-9.30) at day 63.

In Africa, in the PP population, the number and per-
centage of recrudescences and new infections, with 95%
Cls, was 34/325 (10.5%; CI 7.35-14.31) and 1/325 (0.3%)
at day 14, 57/321 (17.8%; CI 13.74-22.39) and 19/321
(5.9%; CI 3.60-9.09) at day 21, 61/319 (19.1%; CI 14.95—
23.87) and 32/319 (10.0%; CI 6.96-13.87) at day 28, 65/
313 (20.8%; CI 16.41-25.69) and 50/313 (16.0%; CI
12.09-20.51) at day 42, and 62/277 (22.4%; CI 17.61—
27.75) and 49/277 (17.7%; 13.38—22.70) at day 63.

Kaplan—Meier estimates of the fraction of patients with
recrudescence and new infection over time by region and
age group are presented in Figs. 3 and 4 respectively.

Parasite clearance and association with Kelch13 mutation
A regional difference in the percentage of patients who
cleared parasites by 72 h post-dose was evident, with
92.9% (95% CI 89.6-95.4) of African patients achieving
parasite clearance by 72 h post-dose compared with
35.0% (95% CI 24.7-46.5) in Vietnamese patients. There
was no clear difference in the percentage of patients
who cleared parasites across the different piperaquine
doses or in the African population >5 years compared
with those <5 years.

The median time to 50%, 90% and 99% parasite clear-
ance was approximately twice as long in Asia compared
with Africa (e.g. time to 90% parasite clearance was 23.6
(interquartile range, IQR 16.20-29.10) h in Asian pa-
tients and 14.30 (IQR 10.90-17.60) h in African patients.

Initial clearance of parasites was rapid in the African
population. Median parasite clearance half-life (PCt1/2)
was calculated using the WWARN Parasite Clearance
Estimator (PCE), details of which are published [25].
PCt1/2 is the estimated time for parasitaemia to de-
crease by half, derived from the clearance rate constant
1/h. Parasite clearance values were reported only for re-
sults with R*>0.75. PCt1/2 was longer in Vietnam ver-
sus Africa (6.1 h [minimum 1.1, maximum 12.7] versus
3.5 h [minimum 1.2, maximum 7.7]). Within Vietnam,
PCt1/2 was similar across the four study centres.

A total of 20 known Kelch13 genotypes were tested
for (in Africa four new genotypes were identified at low
frequency, 0.3-1.7%: A578S, A626V, M562T, Y541F,
none associated with artemisinin resistance) [28]. In
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Table 4 Re-emergence, crude and PCR-adjusted ACPR by day: PP analysis set

800:640 (N=139) 800:960 (N = 140) 800:1440 (N=139) Total (N=418)
Day 28
Re-emergence n/r (%) 48/129 (37.2) 56/136 (41.2) 39/133 (29.3) 143/398 (35.9)
Recrudescence n/r (%) 25/129 (19.4) 37/136 (27.2) 22/133 (16.5) 84/398 (21.1)
95% CI? [12.95; 27.26] [19.93; 35.50] [10.67; 23.97] [17.20; 25.45]
New infection n/r (%) 117129 (8.5) 10/136 (7.4) 12/133 (9.0) 33/398 (8.3)
95% CI° [433; 14.75] [3.58;13.11] [4.75;15.23] [5.78; 11.45]
Indeterminate n/r (%) 3/129 (2.3) 0 0 3/398 (0.8)
Negative n/r (%) 2/129 (1.6) 1/136 (0.7) 0 3/398 (0.8)
Missing n/r (%) 7/129 (54) 8/136 (5.9) 5/133 (3.8) 20/398 (5.0)
Crude ACPR n/r (%) 74/129 (57.4) 77/136 (56.6) 89/133 (66.9)] 240/398 (60.3)
95% CI [48.36; 66.03] [47.85; 65.09] [58.23; 74.83 [55.31; 65.14]
PCR-adjusted ACPR n/r (%) 75/106 (70.8) 80/117 (684) 92/117 (78.6) 247/340 (72.6)
95% CI? [61.13; 79.19] [59.13; 76.66] [70.09; 85.67] [67.58; 77.32]
Day 42
Re-emergence n/r (%) 59/127 (46.5) 64/134 (47.8) 56/130 (43.1) 179/391 (45.8)
Recrudescence n/r (%) 29/127 (22.8) 37/134 (27.6) 25/130 (19.2) 91/391 (23.3)
95% CI? [15.86; 31.12] [20.24; 36.00] [12.85; 27.07] [19.17; 27.78]
New infection n/r (%) 16/127 (12.6) 17/134 (12.7) 18/130 (13.8) 51/391 (13.0)
95% CI? [7.38; 19.65] [7.57;19.53] [842; 21.00] [9.87; 16.79]
Indeterminate n/r (%) 3/127 (2.4) 1/134 (0.7) 3/130 (2.3) 7/391 (1.8)
Negative n/r (%) 3/127 (2.4) 1/134 (0.7) 0 4/391 (1.0)
Missing n/r (%) 8/127 (6.3) 8/134 (6.0) 10/130 (7.7) 26/391 (6.6)
Crude ACPR n/r (%) 61/127 (48.0) 65/134 (48.5) 67/130 (51.5) 193/391 (49.4)
95% CI° [39.09; 57.07] [39.79; 57.29] [42.62; 60.39] [44.30; 54.43]
PCR-adjusted ACPR n/r (%) 65/100 (65.0) 71/108 (65.7) 72/100 (72.0) 208/308 (67.5)
95% CI [54.82; 74.27] [55.99; 74.60] [62.13; 80.52] [61.99; 72.73]
Day 63°
Re-emergence n/r (%) 59/114 (51.8) 70/122 (57.4) 53/116 (45.7) 182/352 (51.7)
Recrudescence n/r (%) 29/114 (25.4) 37/122 (30.3) 23/116 (19.8) 89/352 (25.3)
95% CI° [17.75; 34.45] [22.33; 39.30] [13.00; 28.25] [20.83; 30.16]
New infection n/r (%) 15/114 (13.2) 20/122 (16.4) 16/116 (13.8) 51/352 (14.5)
95% CI? [7.56; 20.77] [10.31; 24.18] [8.09; 21.43] [10.98; 18.61]
Indeterminate n/r (%) 4/114 (3.5) 3/122 (2.5) 4/116 (34) 11/352 (3.1)
Negative n/r (%) 3/114 (2.6) 1/122 (0.8) 0 4/352 (1.1)
Missing n/r (%) 8/114 (7.0) 9/122 (7.4) 10/116 (8.6) 27/352 (7.7)
Crude ACPR n/r (%)° 48/114 (42.1) 48/122 (39.3) 57/116 (49.1) 153/352 (43.5)
95% CI? [32.92; 51.71] [30.62; 48.59] [39.74; 58.58] [38.22; 48.82]
PCR-adjusted ACPR n/r (%) 48/83 (57.8) 53/90 (58.9) 58/84 (69.0) 159/257 (61.9)
95% CI° [46.49; 68.60] [48.02; 69.16] [58.02; 78.69] [55.63; 67.83]

n number of patients in each category achieving ACPR, r total number of patients in the relevant analysis set with a defined response of Cure or Failure,
N total number of patients in relevant analysis set

Clopper-Pearson

Ppatients followed up to day 63 consented separately from the patients followed up to day 42; hence, total patient population is lower for day 63
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confidence intervals. The numbers presented above the bars are the percent ACPR28. The majority of treatment failures were late parasitological
failures (32.9% across the populations and treatment arms), with one early treatment failure in an African patient > 5 years (PQP 640 mg arm)

b All patients (Africa)

>5 years (Africa)

>2 to <=5 years (Africa)
>0.5 to <=2 years (Africa)

—

100 H 90 920 |-

ACPR28 (%)
o
<]
1
T

800:640 800:960  800:1440  All doses
artefenomel dose (mg): PQP dose (mg)

Vietnam, a high frequency of Kelch13 mutation was ob-
served (70.1%). Five mutations were detected, four of
which, C580Y, I543T, P553L and V568G, are defined ac-
cording to the WHO [28] as validated or candidate
markers for partial artemisinin resistance. The exception
is C469P, which is not known to be associated with
artemisinin resistance [28].

PCtl1/2 appeared to be associated with Kelch13 geno-
type; median PCt1/2 values for C580Y and P553L, the
two most frequently occurring mutations, were 7.9
(N =24; minimum 2.4, maximum 12.3 h) and 8.1 h
(N=19; minimum 5.5, maximum 12.7) respectively,
versus 2.6 h (N =19; minimum 1.4, maximum 5.4) for
wild type (WT) (Fig. 5). Mutations that were present
at a lower frequency (1/67, 1.5%) also had greater
PCt1/2 values; C469P (8.3 h), 1543T (5.5 h) and
V568G (7.4 h). PCtl/2 in patients with Kelch13 WT
in Vietnam was similar to that in the African popula-
tion (Fig. 5).

Safety and tolerability

No deaths were reported. One TEAE of vomiting occur-
ring 19 min post-dose (treatment-related) was reported
to have led to study treatment discontinuation.

Six treatment emergent serious adverse events
(TESAEs) were reported in four patients. One patient
had severe anaemia (2 days post-dose), one patient had a
reversible haemoglobin drop <5 g/dL (26 days post-
dose) and one presented with febrile convulsions (7 h
post-dose). One patient had three TESAEs, two of re-
versible grade 3 transaminase elevations and one of neu-
tropenia (28 days post-dose). None of these TESAEs led
to premature study discontinuation. Five of the six
TESAEs were considered to be potentially related to the
study treatment, the exception being that of febrile con-
vulsion which was considered not related. No AEs due
to drug-induced liver toxicity (Hy’s law or increase of
ALT/AST with clinical symptoms for more than 4 weeks)
were reported.
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Fig. 3 Kaplan-Meier population at risk of recrudescence by region and age group over time (ITT subset). Note that the y-axis is expanded
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Fig. 4 Kaplan—Meier population at risk of new infection by region and age group over time (ITT subset). Note that the y-axis is expanded (survival

Table 5 gives the incidence of TEAEs occurring in > 5%
of the study population up to 28 days post-dose, by Sys-
tem Organ Class. All events of transaminase elevations
were reversible, except in one subject who withdrew con-
sent, interrupting the liver function test follow-up.

The most frequently reported TEAESI was QT pro-
longation in ECG: 24 (16.8%), 37 (25.0%) and 38 (26.0%)
of patients in the PQP 640 mg, 960 mg and 1440 mg
treatment arms respectively. A first degree atrioventricu-
lar (AV) block reported as grade 1 at 48 h post-dose (PR
interval 226.33 ms, heart rate 55 beats per min and
QTcB and QTcF within the normal range) was reported
in one patient (PQP 640 mg). The event resolved at day
7 post-dose (PR interval 185 ms and heart rate 78 beats
per min). One patient (PQP 1440 mg) had a mild revers-
ible sinus bradycardia which resolved in 4 days. QTcF in-
crease from baseline of 30-60 ms occurred in 55

(38.7%), 59 (40.4%) and 71 (49.7%) and of > 60 ms in 8
(5.6%), 11 (7.5%) and 27 (18 .9%) of patients respectively
in the 640, 960 and 1440 mg PQP dosing arms. All but
one QTcF value was < 480 ms (QTc value = 501 ms).

One patient (PQP 1440 mg) experienced a reversible
TEAESI of hyperbilirubinaemia (total bilirubin > 2.5 x
ULN) in the System Organ Class hepatobiliary disorders.
This event was associated with a TESAE of anaemia (Hb
drop >2 g/dL from baseline). Other frequent TEAESIs
were neutrophil count decreased < 1000/uL (41 patients;
9.4%) and Hb decreased (drop >2 g/dL from baseline or
Hb <5 g/dL: 40 patients; 9.2%). The most significant tol-
erability finding was vomiting (28.8%) according to the
compliance data. The high rate of vomiting is thought to
be partly related to the 'high volume' TPGS formulation
used in the study (although the reason for the regional
difference in vomiting rate is unclear).
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Table 5 Incidence of treatment-emergent adverse events in 2 5% of study population up to day 28 post-dose (safety analysis set)

Artefenomel mg: PQP mg

System Organ Class Preferred term 800:640 (N =143) 800:960 (N =148) 800:1440 (N = 146) Total (N=437)
At least 1 TEAE (n (%) E) 5 (80.4) 266 127 (85.8) 324 122 (83.6) 308 364 (83.3) 898
Infections and infestations (n (%) E) 4 (51.7) 102 76 (51.4) 106 63 (43.2) 82 213 (48.7) 290
Malaria 3(30.1) 4 45 (30.4) 48 4 (23.3) 34 122 (27.9) 126
Bronchitis 30116 13(88) 19 0(68)1 36 (8.2) 46
Rhinitis 1M @7n 9(6.1) 10 10 (6.8) 10 30 (6.9) 31
Plasmodium falciparum infection 9(63)9 0(6.8) 10 7(48)7 26 (5.9) 26
Investigations (n (%) £) 58 (40.6) 75 68 (45.9) 100 70 (47.9) 95 196 (44.9) 270
Electrocardiogram QT prolonged 27 (18.9) 29 41 (27.7) 48 44 (30.1) 56 112 (25.6) 133
Neutrophil count decreased 18 (12.6) 18 IANVZAN 12(82) 13 41 (94) 42
Haemoglobin decreased 9(6.3)9 20 (13.5) 2 11 (7.5) 11 40 (9.2) 42
Gastrointestinal disorders (n (%) E) 31 (21.7) 39 47 (31.8) 6 44 (30.1) 54 122 (27.9) 153
Diarrhoea 11 (7.7)12 21 (14.2) 2 20 (13.7) 20 (11.9) 53
Vomiting 4(98) 14 20 (135) 20 16 (11.0) 16 (11.4) 50
Abdominal pain 5355 8(54)9 12 (8.2) 13 25(57) 27
General disorders and administration site conditions (n (%) £) AR RN 14 (9.5) 16 17 (11.6) 21 (9.6) 4
Pyrexia 5355 12 (8.1) 13 9(6.2) 11 (5.9) 2

N number of subjects affected (%), E number of events

Pharmacokinetic results
The final artefenomel and piperaquine population PK
models, including details of the analysis and model diag-
nostics, are provided in Additional file 3: S3 Pharmaco-
kinetic analysis details.

The PK of both artefenomel and piperaquine in adult
and paediatric patients could be described by three com-
partment disposition models. All (apparent) clearance
and volume parameters were related to body weight allo-
metrically. Additional covariates identified for the PK of
artefenomel were vomiting, artefenomel dose and age. In
particular, relative bioavailability was a function of age; it
was 40% lower for a patient of 1 year versus 20 years of
age. For the PK of piperaquine, the only additional co-
variate identified was vomiting. No covariate effects of
region, age (for piperaquine), sex, protocol-defined non-
compliance or actual or adult equivalent PQP dose were
identified.

Individual artefenomel and piperaquine exposures were
estimated for 427 and 426 patients respectively (including
patients who vomited and were not successfully re-dosed).
Summaries of the individual estimated exposures by re-
gion and age group are provided in Additional file 3: S3
Pharmacokinetic analysis details). Cday7 is summarised
across region and age group in Fig. 6.

Geometric mean artefenomel exposure was lowest in
the African population 0.5 to <2 years of age (which in-
cludes body weight bands 5-14.9 kg). Thus, AUCinf and
Cday7 were 7.6 pg*h/mL (coefficient of variation, CV
105%) and 2.0 ng/mL (CV 147%) respectively compared

with 10.0 pg*h/mL (CV 111%) and 3.3 ng/mL (CV
141%) for African patients>5 years. Asian patients >
5 years (all but one over 35 kg) had higher mean expo-
sures than the African patients; AUCinf of 16.9 pug*h/mL
(CV 66%) and Cday7 of 5.1 ng/mL (CV 95%) (Fig. 6a).
Artefenomel exposures and between-patient variability
were similar across the three PQP treatment arms.

Piperaquine exposures increased approximately propor-
tionally with dose, although there was considerable over-
lap between the treatment arms. Exposures tended to be
lower in the African population < 2 years of age (including
body weight band 5-9.9 kg) and in the Asian population
(Fig. 6b). Exposures of artefenomel and piperaquine were
about 50% and 70% lower respectively in patients who
vomited relative to those who did not. See Additional file
3: S3 Pharmacokinetic analysis details for further details
and Additional file 4: S4 Exposure—response analysis de-
tails for two patient exposure examples.

Exposure-response relationship

When exploring the observed ACPR28 by artefenomel
exposure bins (categorical Cday7 ranges) rather than
dose, the relationship between exposure and ACPR28 is
clearly visible (Fig. 7). The relationship was different be-
tween the two regions but similar for the two African
age groups. Thus, in the Asian population, a lower
ACPR28 was achieved for the same artefenomel Cday7
compared with the African population. Both the region
effect and lack of age effect were confirmed in the subse-
quent statistical analysis (logistic regression).
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The relation between artefenomel and piperaquine
exposure and ACPR28 was described with a logistic re-
gression model. Details of the model, analysis and
model diagnostics are provided in Additional file 4: S4
Exposure—response analysis details. The analysis data
set comprised 348 patients.

The probability of achieving ACPR28 (pACPR) was
found to be a function of artefenomel and piperaquine
exposures, the baseline parasitaemia (p<0.0001) and
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Fig. 7 Summary of the observed ACPR28 by estimated artefenomel
concentration at day 7 together with the logistic regression model
predictions. The dots and error bars represent the observed ACPR28
with 90% Cl for five artefenomel concentration bins (categories). The
lines represent the final logistic regression model predictions taking
into account the median artefenomel Cday7, as well as the median
piperaquine Cday7 and median baseline parasitaemia, for each bin.
Number of patients per bin: Africa <5 years n =53, Africa> 5 years
n=15, Asia n=20

region (interaction between region and artefenomel
Cday7) (p = 0.002):

log (1%) =3.23+0.22 % Cday7pg + (0.73 - 0.59]if Asia))
«Cday7o0z-1.27 * logl0(BasePar) + 0.46 [if Asia]

where p is the probability of ACPR28 and BasePar is the
baseline parasitaemia (parasites/pL).

There was no statistically significant influence of either
Kelch13 genotype or age on pACPR, and (once region
was in the model) there was no additional influence of
presumed immunity status. In addition, no interaction
between the exposures of the two drugs was identified.

Three-dimensional (3D) graphical representations of
the exposure—ACPR28 model are shown in Fig. 8 for
African and Vietnamese patients, assuming a baseline
parasitaemia of 10,000 parasites/pL. These plots show
that both artefenomel and piperaquine exposure (Cday?7)
contribute to efficacy (ACPR28) in a concentration-
dependent manner, and that this relationship is different
for African versus Vietnamese patients; that is, higher
artefenomel exposure (but not higher piperaquine
exposure) is required to achieve the same ACPR28 in
Vietnamese (Asian) versus African patients (see the
equation).

This difference in sensitivity to artefenomel (about five
times lower in Asian versus African patients) is illus-
trated by the difference in the isoboles plotted in Fig. 9
(red versus blue isoboles).

For example, if each drug were administered by itself
(Cday7 =0 for the partner drug), assuming a baseline
parasitaemia of 100,000 parasites/pL in African pa-
tients, an artefenomel Cday7 of 8 ng/mL would be re-
quired for a 0.95 probability of achieving ACPR2S,
compared to 40 ng/mL in Asian patients. For each pre-
sented scenario, any exposure combination of artefeno-
mel and piperaquine to the right of the isobole lines is
associated with > 0.95 probability of achieving ACPR28.
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concentrations required to achieve a probability of ACPR28 > 0.95

Fig. 8 Estimated exposure—ACPR28 relationship for the combination of artefenomel with piperaquine for a baseline parasitaemia of 10,000
parasites/pL. a African patients, b Vietnamese patients, 3D representation; blue highlights the ACPR28 > 0.95. The shaded area shows the

Figure 9 also shows the observed individual exposure
combinations flagged as Cure (open symbols) or Failure
(closed symbols). These exposures are associated with a
wide range of baseline parasitaemia levels. The data
points are the actual data used to estimate the model,
which is represented by the isoboles, and thus it is clear
which part of the isobole is supported directly by the
data and which is an extrapolation. For example, the

piperaquine Cday7 [ng/ml]

T T T T T T T T T T T 1
2 4 6 8 1012 14 16 18 20 22 24 26 28

artefenomel Cday7 [ng/ml]

Fig. 9 Concentrations associated with a probability of ACPR28 of 0.95:
model-predicted isobolograms by region and baseline parasitaemia.
Asian patients = red, African patients = blue. Baseline parasitaemia 10,000
parasites/pL, solid isobole; baseline parasitaemia 100,000 parasites/pL,
dotted isobole. Includes actual estimated individual exposures associated
with Cure (ACPR28), open symbol or Failure (recrudescence),

closed symbol

inference that in African patients for a baseline parasit-
aemia of 100,000 parasites/puL an artefenomel Cday7 of
8 ng/ml or higher (administered alone) is predicted to
have pACPR>0.95 is an extrapolation, since there are
no patient data supporting this scenario.

Dose-response relationship

The projected ACPR28 simulations for various dose
combinations, taking into account between-subject
variability as well as model parameter uncertainty in
both PK and exposure response, are shown in Table 6.
The identified age effect on the relative bioavailability
of artefenomel was not included in the simulations.
Thus, hypothetically, if similar exposures to African
patients > 5 years were achieved in patients<5 years
(e.g. alternative formulation or alternative dose adjust-
ment), the doses highlighted in Table 6 may achieve an
ACPR28 >95%. Note that the projections for several
dose combinations in the table are extrapolations from
the model, both the mono-therapy (exposure-response
component) and the higher dose levels (PK
component).

Discussion

We report the results of the first phase II dose-ranging
study to assess the potential of a single encounter cura-
tive treatment (artefenomel plus PQP) for uncompli-
cated P. falciparum malaria in adults and children in
Africa and Asia (Vietnam).

None of the treatment arms reached the pre-specified
target efficacy of>95% PCR-adjusted ACPR28 in the
overall population or in any of the subpopulations, in-
cluding African patients > 5 years of age, demonstrating
that a single encounter treatment with artefenomel
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Table 6 Simulated % ACPR28 with 90% confidence intervals for single dose combinations of artefenomel and PQP in non-vomiting

African children <5 years old

PQP adult-equivalent dose, mg

0 200
0 NR () 22 (14-32)
320 27 (18-37) 35 (28-44)
640 40 (29-52) 48 (39-58)
960 51 (38-64) 59 (48-69)
1440 64 (49-76) 70 (59-80)
2000 74 (59-85) 79 (67-88)
2800 83 (70-91) 86 (76-93)
3600 88 (78-95) 91 (83-96)

Artefenomel adult-equivalent dose, mg

400 800 1200 1600

39 (29-49) 70 (59-79) 86 (78-92) 94 (88-97)

52 (45-59) 79 (73-84) 91 (86-94) 96 (93-98)

64 (58-70) 85 (81-88) 94 (91-96) 97 (95-99)

72 (65-78) 89 (85-92) 95 (93-97) 98 (97-99)

80 (73-86) 92 (89-95) 97 (95-98) 99 (98-99)

86 (80-91) 95 (93-97) 98 (97-99) 99 (98-100)
91 (85-95) 97 (95-98) 99 (98-100) >99 (99-100)
94 (90-97) 98 (96-99) 99 (99-100) >99 (99-100)

For the stimulations, the identified age effect on artefenomel PK was not included;
to those in the older age groups. NR not reported
Predicted ACPR28 > 95%; outcome predicted with a lower bound > 95%

800 mg plus up to 1440 mg PQP does not provide suffi-
cient exposure for a sufficient duration to achieve the re-
quired efficacy. Efficacy appeared lower in Vietnamese
than in African patients overall; however, the lowest effi-
cacy was observed among the youngest African age
group (> 0.5 to <2 years old).

The study was not powered to compare outcomes be-
tween treatment arms, and no clear PQP dose trend was
identified in the primary analysis for ACPR28. This was
due to large exposure variability and the limited dose
range studied, resulting in overlapping exposures be-
tween treatment arms, coupled with the binary nature of
the clinical endpoint. However, this large exposure range
allowed establishment of an exposure—response relation-
ship for both drugs in combination, which in turn
resulted in identification of factors influencing efficacy,
thereby providing a fuller understanding of the study
results.

Thus, the exposure—response analysis demonstrated
that both drugs contribute to efficacy (ACPR28) in a
concentration-dependent manner, and as might be
expected, higher baseline parasitaemia requires higher ex-
posures to provide the same ACPR28.

Within Africa, the concentration-response relation-
ship for artefenomel and piperaquine did not appear to
differ with age (or presumed immunity). While age was
not identified as a significant covariate for ACPR28, the
numbers of African patients >5 years old was relatively
small and may have been insufficient to identify a differ-
ence. Instead, the lower efficacy in the youngest African
patients appeared due to lower exposure to artefenomel
(and to a lesser extent piperaquine). There was insuffi-
cient information to be able to identify the reason for
the lower exposure. This may have been a consequence
of incorrect dose adjustment to account for clearance/
bioavailability differences across the age range; however,
failure of the youngest children to consume the entire

it was assumed, therefore, that exposures in the youngest patients were similar

dose (there were anecdotal reports of this despite high
reported compliance) or vomiting may have contributed.

The exposure—response analysis indicated that the
lower efficacy (ACPR28) in the Vietnamese relative to
the African population was due to lower sensitivity to
artefenomel (but not to piperaquine), that is, a regional
difference in the concentration-response relationship.
The mechanism of this lower sensitivity is not known.

Kelch13 genotyping indicated a high frequency of pa-
tients infected with artemisinin resistant parasites within
the Vietnamese sites. The most common Kelch13 geno-
types were C580Y, the predominant validated marker of
artemisinin resistance across the Greater Mekong
Subregion, and P553L, a candidate marker of artemisinin
resistance found in the Western Greater Mekong
Subregion [28].

Artemisinin resistance is characterised by a decrease
in the rate of parasite clearance following artemisinin
mono-therapy or artemisinin-containing combination
treatments in patients infected with parasites with muta-
tions in the Kelch13 gene [29]. In vitro this is manifested
by a decreased sensitivity to artemisinin of the early
rings stage of the parasite lifecycle [30], and as such is
considered partial resistance. Artemisinin partial resist-
ance has not been shown to reduce the cure rate unless
partner drug resistance is also present.

The current study is the first to fully evaluate the effi-
cacy of a combination containing a synthetic endoperox-
ide (artefenomel) in patients infected with artemisinin
resistant parasites, and the association between PCt1/2
following artefenomel/PQP treatment and Kelchl3
mutation suggests that these mutations may drive a simi-
lar decrease in the rate of parasite clearance for
artefenomel-containing combinations as with artemisinin-
containing combinations [29]. In vitro data suggest that,
similar to DHA, there is reduced sensitivity of early mu-
tant rings to artefenomel [30]. However, Kech13 mutation
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was not identified as a significant covariate for ACPR28 in
the model. Caution should be exercised here, as the sam-
ple size may well not have been sufficient to identify any
association between Kelch13 and ACPR28 in the expos-
ure—response analysis.

High rates of DHA—-piperaquine treatment failures are
now reported in the Greater Mekong Subregion, sug-
gesting co-segregation, or at least coexistence of artemi-
sinin and piperaquine resistance. Three of the four sites
in Vietnam involved in the study (Gia Lai, Binh Phauc
and Khanh Hoa) are located in provinces bordering
Cambodia, and so conceivably artemisinin and pipera-
quine resistant genes could coexist. It is noteworthy that
no difference was detected in the sensitivity (exposure—
response relationship) for piperaquine between Vietnam
and Africa. However, the sensitivity to piperaquine of P.
falciparum parasites collected in this study is not cur-
rently known. Recent work to identify genetic markers
of piperaquine resistance has confirmed that increased
copy numbers of plasmepsin 2 and plasmepsin 3 genes,
along with Pfmdrl gene de-amplification, are independ-
ently associated with resistance to piperaquine, and that
these markers of piperaquine resistance are prevalent in
Cambodia and coexist with Kelch13 [31, 32]. We intend
to investigate the frequency of genetic markers of piper-
aquine resistance in samples collected during this study
and to investigate the relationship between Kelch13 and
genetic markers of resistance, and PCt1/2 and ACPR.

We are also currently investigating the efficacy of artefe-
nomel in combination with ferroquine. Both parent drug
and circulating active metabolite have significantly longer
half-life values than piperaquine, and hence this combin-
ation has a greater probability of achieving the target effi-
cacy. Ex vivo studies performed with Cambodian clinical
isolates suggest negligible impact of piperaquine resistance
on ferroquine potency [33].

The significant rate of vomiting and the high dosing
volume, particularly for young children, were problem-
atic and may have contributed to the lower drug expo-
sures in the youngest children. The development of
age-appropriate formulations is key to the success of
individual studies and to development programmes as a
whole. Asymptomatic QTc increases from baseline were
frequently reported as expected for PQP.

The study results also illustrate the challenges in de-
veloping a single encounter combination treatments.
Firstly, the administered dose needs to be higher to
achieve the required duration of exposure compared to
multiple day treatments; therefore, the ratio of Cmax to
overall exposure will be greater. Secondly, high between-
subject variability in drug exposures, due in part to a
limited number of body weight bands for dosing (and
which in this study may have been compounded by chal-
lenges in administering large dosing volumes to sick
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children), in addition to a large between-subject variabil-
ity in baseline parasitaemia and potentially parasite sen-
sitivity, means that the majority of patients will be
required to be 'overdosed' if a very high cure rate is to
be achieved with a single (adult equivalent) dose level.
Both factors mean that a wide therapeutic window is
required.

Limitation of the study

A significant limitation of the study was that, although
the formulation used had been tested in adult healthy
subjects, it had not been tested in adult and, more im-
portantly, paediatric malaria patients. It is possible that
the palatability of the formulation and/or volume of ad-
ministration contributed to the higher than expected
rate of vomiting in the study. In addition, although com-
pliance data on drug consumption were collected, insuf-
ficient detail was recorded to truly capture compliance,
since despite a high reported success rate of drug admin-
istration, there were anecdotal reports that young chil-
dren were unable to ingest the full dose. The effect of
this was that the study was unable to conclude on the
best weight-based dose adjustment for patients weighing
<35 kg; i.e. drug exposure in young children was lower
than in adults. However, it could not be concluded
whether this was due to the weight-based dose adjust-
ments or because the intended dosage was not success-
fully administered.

However, the dose—response simulations suggest that,
even if the young children had similar exposures to the
adults as well as no vomiting, the target efficacy would
not have been achieved.

Conclusions

None of the treatment arms reached the target efficacy
of >95% PCR-adjusted ACPR at day 28. Achieving very
high efficacy following single dose treatment is challenging
since > 95% of the population must have sufficient concen-
trations to achieve cure across a range of parasite sensitiv-
ities and baseline parasitaemia levels, meaning that a
significant number of patients are 'overdosed'. Drugs with
a substantial therapeutic window are therefore required.
Projected single dose combination doses of artefenomel
plus PQP that may achieve the target efficacy in the Afri-
can population were not markedly higher than those
tested in this study, but are most likely not clinically viable
due to tolerability and practical dose size.

A high frequency of patients in Vietnam were infected
with artemisinin resistant parasites, and an association
between PCtl/2 following artefenomel/PQP treatment
and Kelchl13 mutation suggests that these mutations
may drive a similar decrease in the rate of parasite clear-
ance for artefenomel-containing combinations as
observed with artemisinin-containing combinations [28].
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While challenging, the development of tools suitable for
deployment as single encounter curative treatments for
adults, and particularly children in Africa, and to support
elimination strategies remains a key development goal.
There is currently no evidence that full artemisinin resist-
ance has emerged in Southeast Asia; i.e. there is no evi-
dence that reduced sensitivity of the early ring stage has
progressed to full resistance [28]. The results of the effi-
cacy study of artefenomel and ferroquine will inform us of
the potential of artefenomel-containing combinations to
treat malaria in both Africa and Southeast Asia where par-
tial resistance to artemisinin and resistance to piperaquine
is widespread.

Additional files

Additional file 1: S1. Study Protocol. (PDF 1822 kb)

Additional file 2: S2. Statistical analysis plan. (PDF 1515 kb)

Additional file 3: S3. Pharmacokinetic analysis details. (DOCX 689 kb)
Additional file 4: S4. Exposure-response analysis details. (DOCX 269 kb)

Abbreviations

ACPR: Adequate clinical and parasitological response; ACPR28: Adequate
clinical and parasitological response on day 28; AE: Adverse event;

ALT: Alanine transaminase; ANC: Absolute neutrophil count; AST: Aspartate
transaminase; AUCinf: Area under the plasma concentration curve
extrapolated to infinity; Cday7: Plasma concentration on day 7;

Cl: Confidence interval; Cmax: Maximum plasma concentration;

CV: Coefficient of variation; DHA: Dihydroartemisinin; E: Number of events;
ECG: Electrocardiogram; ETF: Early treatment failure; Hb: Haemoglobin;

IEC: Independent Ethics Committee; IQR: Interquartile range;

ISMB: Independent Safety Monitoring Board; ITT: Intention to treat;

IWRS: Interactive Web Response System; KM: Kaplan—-Meier; LCF: Late clinical
failure; LPF: Late parasitological failure; MMV: Medicines for Malaria Venture;
mPP: Modified per protocol population; n: Number of patients;

07439: artefenomel; P.: Plasmodium; pACPR: probability of achieving
adequate clinical and parasitological response; PCR: Polymerase chain
reaction; PCt1/2: Parasite clearance half-life; PK: Pharmacokinetics; PP: Per
protocol; PQP: Piperaquine phosphate; PRR24: Parasite reduction ratio at
24 hours (log10) post-treatment; SAE: Serious adverse event; TEAE: Treatment
emergent adverse event; TEAESI: Treatment emergent adverse event of
special interest; Tmax: Time to reach maximum plasma concentration;
TPGS: a-tocopherol polyethylene glycol; ULN: Upper limit of the normal
range; WHO: World Health Organization; WT: Wild type

Acknowledgements

We would like to acknowledge our development partner Sanofi-Aventis, who is,
with MMV, responsible for co-development of artefenomel combinations. Also
we would like to thank Elizabeth Cloete, Shobana Gowri Shankar and lllze Crous
from Quintiles IMS for their support in the design and analysis of this study.

The OZ-Piperaquine Study Group comprises the following authors: Nguyen
Van Hong (National Institute of Malariology, Parasitology and Entomology,
Hanoi, Vietnam), Christelle Offouga Mbouoronde (Universite des Sciences de
la Sante Gabon, Département de Parasitology, Malaria Clinical and
Operational Research Unit, Melen Hospital, Libreville, Gabon), Joy Luzingu
Kinko (Centre de Recherche du Centre Hospitalier de Mont Amba, Kinshasa
School of Public Health, University of Kinshasa, Kinshasa, Democratic Republic
of the Congo), Joseph Atibu Losoma (Centre de Recherche du Centre
Hospitalier de Mont Amba, Kinshasa School of Public Health, University of
Kinshasa, Kinshasa, Democratic Republic of the Congo), Rella Zoleko Manego
(Centre de Recherches Médicales de Lambaréné, Lambaréné, Gabon; Institut
fur Tropenmedizin, Universitat Tubingen, Tubingen, Germany), Mirjam Groger
(Centre de Recherches Médicales de Lambaréné, Lambaréné, Gabon;
Department of Medicine |, Division of Infectious Diseases, Medical University

Page 17 of 19

of Vienna, Vienna, Austria), Anna Klicpera (Centre de Recherches Médicales
de Lambaréné, Lambaréné, Gabon), Johannes Mischlinger (Centre de
Recherches Médicales de Lambaréné, Lambaréné, Gabon; Department of
Medicine |, Division of Infectious Diseases, Medical University of Vienna,
Vienna, Austria), Aissata Barry (Centre National de Recherche et de Formation
sur le Paludisme, Ouagadougou, Burkina Faso), San Maurice Ouattara (Centre
National de Recherche et de Formation sur le Paludisme, Ouagadougovu,
Burkina Faso), Sam Coulibaly (Centre National de Recherche et de Formation
sur le Paludisme, Ouagadougou, Burkina Faso), Kabore Moise (Centre
National de Recherche et de Formation sur le Paludisme, Ouagadougovu,
Burkina Faso), Olivier Sombié (Institut de Recherche en Sciences de la Santé
- Unité de Recherche Clinique de Nanoro, Ouagadougou, Burkina Faso), Joel
Dofinissery Bognini (Institut de Recherche en Sciences de la Santé — Unité de
Recherche Clinique de Nanoro, Ouagadougou, Burkina Faso), Antonio Sitoe
(10Centro de Investigagdo em Satde de Manhica (CISM), Maputo,
Mozambique), Rosauro Varo (ISGlobal, Barcelona Ctr. Int. Health Res. (CRESIB),
Hospital Clinic - Universitat de; Centro de Investigacdo em Satde de Manhica
(CISM), Maputo, Mozambique), Myriam El Gaaloul (Medicines for Malaria
Venture, Geneva, Switzerland), Nathalie Gobeau (Medicines for Malaria
Venture, Geneva, Switzerland), Eugene H Cox (Certara Strategic Consulting,
Breda, The Netherlands), John T Maringwa (Certara Strategic Consulting,
Breda, The Netherlands), Alfredo Mayor (ISGlobal, Barcelona Ctr. Int. Health
Res. (CRESIB), Hospital Clinic - Universitat de; Centro de Investigagao em
Satde de Manhica (CISM), Maputo, Mozambique), Gloria Matambisso
(Centro de Investigagdo em Saude de Manhiga (CISM), Maputo, Mozambique)

Funding

The study was funded by Medicines for Malaria Venture (MMV). MMV is
funded by a number of donors. Unrestricted funding from a number of
donors, including US Aid, the Bill & Melinda Gates Foundation, the UK
Department for International Development, the Norwegian Agency for
Development Cooperation, Irish Aid, Newcrest Mining Limited, Australian
Aid, the Swiss Agency for Development and Co-operation and the Wellcome
Trust, contributed to the study. Study activities at the Centre de Recherches
Médicales de Lambaréné (CERMEL), Gabon were supported financially by the
Federal Ministry of Science, Research and Economy of Austria as part of the
European & Developing Countries Clinical Trials Partnership (EDCTP-2)
programme. These activities at the Gabonese site are part of the EDCTP-2
programme activities of Austria supported by the European Union. These
funders had no role in the design, conduct or analysis of the trial.

Availability of data and materials
The data sets used and/or analysed during the current study are available
from the corresponding author on reasonable request.

Authors’ contributions

FM, SD, DL, MS, CF, IL, MR, MEG, NG, EHC, JTM and BEL substantially
contributed to analysis and interpretation of data. YA, ABT, TTD, GMN, MBA,
HT, QB, SI, MA, NVH, COM, JLK, JAL, RZM, MG, ANK, JM, AB, SMO, SC, KM, OS,
JDB, AS, RV, AM, GM and HD substantially contributed to acquisition of data.
FM, SD, AK, AKT, PGK, BQP, AO and MR substantially contributed to
conception and design. FM, BEL, SD, DL, MS, CF, IL and SB were involved in
drafting the manuscript. YA, ABT, TTD, GMN, MBA, HT, QB, SI, BEL, FM, AK,
AKT, PGK, BQP, AO and MR critically revised the manuscript for important
intellectual content. All authors contributed to drafting and critically
reviewing of the manuscript and have approved its final version. All authors
read and approved the final manuscript. The authors agreed to be
accountable for all aspects of the work.

Ethics approval and consent to participate

The study was approved by the relevant IEC, national Institutional Review
Boards and, where relevant, local regulatory authorities at each of the
participating sites. Participants provided written informed consent prior to
inclusion. The ethics committees that approved the study are the following:
Comité Nacional Bioética em Saude (CNBS), Maputo, Mozambique
Departamento Farmacéutico, Ministerio da alide, Mozambique

The Comité Institutionnel de Bioéthique du CNRFP (CNRFP IRB)

The Comité d'éthique pour la recherche en Santé du Burkina Faso (National
ethical committee)

Comité d'Ethique pour la recherche de la santé, Ouagadougou, Burkina Faso


dx.doi.org/10.1186/s12916-017-0940-3
dx.doi.org/10.1186/s12916-017-0940-3
dx.doi.org/10.1186/s12916-017-0940-3
dx.doi.org/10.1186/s12916-017-0940-3

Macintyre et al. BVIC Medicine (2017) 15:181

Comité d'Ethique Institutionnel du Centre Muraz Bobo-Dioulasso, Burkina
Faso

Ethics Committee of the Kinshasa School of Public Health's, Kinshasa,
Democratic Republic of Congo

Comité National d'Ethique pour la Recherche (CNER), Libreville, Gabon
Ethics Committee, the Uganda National Council of Science and Technology,
and the Uganda National Drug Authority, Uganda

Comité National d'Ethique pour la Recherche en Santé, Cotonou, Benin
Ethical Committee of National Institute of Malariology, Parasitology and
Entomology, Ha Noi, Vietnam

Consent for publication
Not applicable.

Competing interests
The authors declare that they have no competing interests.

Publisher's Note
Springer Nature remains neutral with regard to jurisdictional claims in
published maps and institutional affiliations.

Author details

'Medicines for Malaria Venture, Geneva, Switzerland. “Infectious Diseases
Research Collaboration, Tororo Hospital, Tororo, Uganda. 3Centre National de
Recherche et de Formation sur le Paludisme, Ouagadougou, Burkina Faso.
“National Institute of Malariology, Parasitology and Entomology, Hanoi,
Vietnam. *Centre de Recherches Médicales de Lambaréné, Lambaréné,
Gabon. Institut for Tropenmedizin, Universitat Tubingen, Tubingen,
Germany. “Universite des Sciences de la Sante Gabon, Département de
Parasitology, Malaria Clinical and Operational Research Unit, Melen Hospital,
Libreville, Gabon. ®Institut de Recherche en Sciences de la Santé — Unité de
Recherche Clinique de Nanoro, Ouagadougou, Burkina Faso. °ISGlobal,
Barcelona Ctr. Int. Health Res. (CRESIB), Hospital Clinic - Universitat de
Barcelona, Barcelona, Spain. '°Centro de Investigacio em Satde de Manhica
(CISM), Maputo, Mozambique. "'ICREA, Pg. Lluis Companys 23, 08010
Barcelona, Spain. 2pediatric Infectious Diseases Unit, Pediatrics Department,
Hospital Sant Joan de Déu (University of Barcelona), Barcelona, Spain.
3Universidad Europea de Madrid, Madrid, Spain. '“Centre de Recherche sur
le Paludisme Associé a la Grossesse et I'Enfance, Faculte Des Sciences De La
Sante, Cotonou, Benin. '°BEL Pharm Consulting, Chambonas, France.
'°Centre de Recherche du Centre Hospitalier de Mont Amba, Kinshasa
School of Public Health, University of Kinshasa, Kinshasa, Democratic
Republic of the Congo. '"QuintilesIMS, Department: Biostatistics,
Bloemfontein, South Africa. 18Departmem of Medicine |, Division of Infectious
Diseases, Medical University of Vienna, Vienna, Austria. '°Bernhard Nocht
Hospital for Tropical Diseases, Bernhard Nocht Institute for Tropical Medicine
and University Medical Center Hamburg-Eppendorf, Hamburg, Germany.

Received: 1 May 2017 Accepted: 5 September 2017
Published online: 09 October 2017

References

1. World Health Organization. World Malaria Report 2016. http://www.who.int/
malaria/publications/world-malaria-report-2016/report/en/. Accessed 1 Feb
2017.

2. Lawford H, Zurovac D, O'Reilly L, Hoibak S, Cowley A, Munga S, et al.
Adherence to prescribed artemisinin-based combination therapy in Garissa
and Bunyala districts, Kenya. Malar J. 2011;10:281.

3. Onyango EO, Ayodo G, Watsierah CA, Were T, Okumu W, Anyona SB, et al.
Factors associated with non-adherence to artemisinin-based combination
therapy (ACT) to malaria in a rural population from holoendemic region of
western Kenya. BMC Infect Dis. 2012;12:143.

4. Banek K, Lalani M, Staedke SG, Chandramohan D. Adherence to artemisinin-
based combination therapy for the treatment of malaria: a systematic
review of the evidence. Malar J. 2014;13.7.

5. The malERA Consultative Group on Drugs. A research agenda for malaria
eradication: drugs. PloS Med. 2011; http://dx.doi.org/10.1371/journal.pmed.
1000402.

6. Mischlinger J, Agnandji ST, Ramharter M. Single dose treatment of malaria -
current status and perspectives. Expert Rev Anti Infect Ther. 2016;14:669-78.

22.

23.

24.

25.

26.

27.

28.

29.

30.

Page 18 of 19

Burrows JN, Duparc S, Gutteridge WE, Hooft van Huijsduijnen R, Kaszubska
W, Macintyre F, et al. New developments in anti-malarial target candidate
and product profiles. Malar J. 2017;16:26.

Phyo AP, Jittamala P, Nosten FH, Pukrittayakamee S, Imwong M, White NJ,
et al. Antimalarial activity of artefenomel (0Z439), a novel synthetic
antimalarial endoperoxide, in patients with Plasmodium falciparum and
Plasmodium vivax malaria: an open-label phase 2 trial. Lancet Infect Dis.
2016;16:61-9.

Derra K, Rouamba E, Kazienga A, Ouedraogo S, Tahita MC, Sorgho H, et al.
Profile: Nanoro health and demographic surveillance system. Int J
Epidemiol. 2012;41:1293-301.

Tiono AB, Kangoye DT, Rehman AM, Kargougou DG, Kaboré Y, Diarra A,

et al. Malaria incidence in children in South-West Burkina Faso: comparison
of active and passive case detection methods. PLoS One. 2014;9, e86936.
Ferrari G, Ntuku HM, Schmidlin S, Diboulo E, Tshefu AK, Lengeler C. A malaria
risk map of Kinshasa, Democratic Republic of Congo. Malar J. 2016;15:27.
Ramharter M, Adegnika AA, Agnandji ST, Matsiegui PB, Grobusch MP,
Winkler S, et al. History and perspectives of medical research at the Albert
Schweitzer Hospital in Lambaréné, Gabon. Wien Klin Wochenschr. 2007;
119(19-20 Suppl 3):8-12.

Sacoor C, Nhacolo A, Nhalungo D, Aponte JJ, Bassat Q, Augusto O, et al.
Profile: Manhica Health Research Centre (Manhiga HDSS). Int J Epidemiol.
2013;42:1309-18.

Kilama M, Smith DL, Hutchinson R, Kigozi R, Yeka A, Lavoy G, et al.
Estimating the annual entomological inoculation rate for Plasmodium
falciparum transmitted by Anopheles gambiae s.l. using three sampling
methods in three sites in Uganda. Malar J. 2014;21:111.

Van Bortel W, Trung HD, Hoi le X, Van Ham N, Van Chut N, Luu ND, et al.
Malaria transmission and vector behaviour in a forested malaria focus in
central Vietnam and the implications for vector control. Malar J. 2010,9:373.
WHO: Status report on artemisinin and ACT resistance. http://www.who.int/
malaria/publications/atoz/status-rep-artemisinin-resistance-sep2014.pdf.
Accessed 4 Feb 2017.

Darpo B, Ferber G, Siegl P, Laurijssens B, Macintyre F, Toovey S, et al.
Evaluation of the QT effect of a combination of piperaquine and a novel
anti-malarial drug candidate 07439, for the treatment of uncomplicated
malaria. Br J Clin Pharmacol. 2015;80:706-15.

WHO. Management of severe malaria: a practical handbook. 3rd ed. Geneva:
World Health Organization; 2013. ISBN 978 92 4 154852 6.

Anderson BJ, Allegaert K, Holford NHG. Population clinical pharmacology of
children: modelling covariate effects. Eur J Pediatr. 2006;165:819-29.

WHO. Methods for surveillance of antimalarial drug efficacy. 2009.
http://apps.who.int/iris/bitstream/10665/44048/1/9789241597531_eng.pdf.
Accessed 5 Feb 2017.

WHO. Methods and techniques for clinical trials on antimalarial drug
efficacy: genotyping to identify parasite populations. 2007. http//apps.who.int/
iris/bitstream/10665/43824/1/9789241596305_eng.pdf. Accessed 5 Feb 2017.
WHO. Recommended genotyping procedures (RGPs) to identify parasite
populations. 2007. https://pdfs.semanticscholar.org/fbdb/
6a69fb5a1225a7f6c186f52fcbe5805c81d9.pdf. Accessed 5 Feb 2017.

Snounou G, Zhu X, Siripoon N, Jarra W, Thaithong S, Brown KN, et al. Biased
distribution of msp1 and msp2 allelic variants in Plasmodium falciparum
populations in Thailand. Trans R Soc Trop Med Hyg. 1999,93:369-74.
Institut Pasteur du Cambodge - Institut Pasteur, Paris Procedure. PCR-
Sequencing for genotyping SNPs PF3D7_1343700 Kelch protein propeller
domain v1.0. 2013. http://www.wwarn.org/sites/default/files/PCR-
Sequencing. Accessed 5 Feb 2017.

WWARN Calculator. http://www.wwarn.org/obare-method-calculator.
Accessed 7 Feb 2017.

Vugt MV, Wilairatana P, Gemperii B, Gathmann |, Phaipun L, Brockman A, et al.
Efficacy of six doses of artemether benflumetol in the treatment of multi-drug
resistant falciparum malaria. Am J Trop Med Hyg. 1999,60:936-42.

Lee JJ, Liu DD. A predictive probability design for phase Il cancer clinical
trials. Clin Trials. 2008;5:93-106.

WHO. Updates on artemisinin resistance. 2016. http://apps.who.int/iris/bitstream/
10665/250294/1/WHO-HTM-GMP-2016.11-eng pdf?ua=1. Accessed 10 Feb 2017.
Ariey F, Witkowski B, Amaratunga C, Beghain J, Langlois AC, Khim N, et al.
A molecular marker of artemisinin-resistant Plasmodium falciparum malaria.
Nature. 2014;505:50-5.

Yang T, Xie SC, Cao P, Giannangelo C, McCaw J, Creek DJ, et al. Comparison of
the exposure time-dependence of the activities of synthetic ozonide


http://www.who.int/malaria/publications/world-malaria-report-2016/report/en/
http://www.who.int/malaria/publications/world-malaria-report-2016/report/en/
http://dx.doi.org/10.1371/journal.pmed.1000402
http://dx.doi.org/10.1371/journal.pmed.1000402
http://www.who.int/malaria/publications/atoz/status-rep-artemisinin-resistance-sep2014.pdf
http://www.who.int/malaria/publications/atoz/status-rep-artemisinin-resistance-sep2014.pdf
http://apps.who.int/iris/bitstream/10665/44048/1/9789241597531_eng.pdf
http://apps.who.int/iris/bitstream/10665/43824/1/9789241596305_eng.pdf
http://apps.who.int/iris/bitstream/10665/43824/1/9789241596305_eng.pdf
https://pdfs.semanticscholar.org/fbdb/6a69fb5a1225a7f6c186f52fcbe5805c81d9.pdf
https://pdfs.semanticscholar.org/fbdb/6a69fb5a1225a7f6c186f52fcbe5805c81d9.pdf
http://www.wwarn.org/sites/default/files/PCR-Sequencing
http://www.wwarn.org/sites/default/files/PCR-Sequencing
http://www.wwarn.org/obare-method-calculator
http://apps.who.int/iris/bitstream/10665/250294/1/WHO-HTM-GMP-2016.11-eng.pdf?ua=1
http://apps.who.int/iris/bitstream/10665/250294/1/WHO-HTM-GMP-2016.11-eng.pdf?ua=1

Macintyre et al. BVIC Medicine (2017) 15:181

31

32.

33.

antimalarials and dihydroartemisinin against K13 wild-type and mutant

plasmodium falciparum strains. Antimicrob Agents Chemother. 2016,60:4501-10.

Amato R, Lim P, Miotto O, Amaratunga C, Dek D, Pearson RD, et al. Genetic
markers associated with dihydroartemisinin—piperaquine failure in
Plasmodium falciparum malaria in Cambodia: a genotype-phenotype
association study. Lancet Infect Dis. 2016;17:164-73.

Witkowski B, Duru V, Khim N, Ross LS, Saintpierre B, Beghain J, et al. A
surrogate marker of piperaquine-resistant Plasmodium falciparum malaria:

a phenotype-genotype association study. Lancet Infect Dis. 2017;17:174-83.
Macintyre F. FQ/PQP cross resistance: Internal data on file.

Page 19 of 19

Submit your next manuscript to BioMed Central
and we will help you at every step:

* We accept pre-submission inquiries

e Our selector tool helps you to find the most relevant journal

* We provide round the clock customer support

e Convenient online submission

e Thorough peer review

e Inclusion in PubMed and all major indexing services

e Maximum visibility for your research

Submit your manuscript at

www.biomedcentral.com/submit () BiolMed Central




	Abstract
	Background
	Methods
	Results
	Conclusions
	Trial registration

	Background
	Methods
	Study objectives
	Study design, participants and interventions
	Analysis populations
	Ethical considerations
	Endpoints
	Statistical considerations
	Pharmacokinetic analysis
	Exposure–response analysis
	Dose–response simulations

	Results
	Interim analysis
	Final analysis
	Analysis populations
	Patient disposition and demographics
	Compliance
	Efficacy: ACPR
	Parasite clearance and association with Kelch13 mutation
	Safety and tolerability
	Pharmacokinetic results
	Exposure–response relationship
	Dose–response relationship


	Discussion
	Limitation of the study

	Conclusions
	Additional files
	Abbreviations
	Funding
	Availability of data and materials
	Authors’ contributions
	Ethics approval and consent to participate
	Consent for publication
	Competing interests
	Publisher's Note
	Author details
	References

