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Abstract: Malaria is one of the most common tropical diseases encountered by members of the French
military who are deployed in operations under constrained conditions in malaria-endemic areas.
Blood smear microscopy—the gold standard for malaria diagnosis—is often not available in such
settings, where the detection of malaria relies on rapid diagnostic tests (RDTs). Ten RDTs (from
Biosynex, Carestart, Humasis, SD Bioline, and CTK Biotech), based on the detection of the Plasmodium
falciparum histidine-rich protein 2 (HRP2) or lactate dehydrogenase (pLDH, PfLDH, or PvLDH),
were assessed against 159 samples collected from imported malaria cases, including 79 P. falciparum,
37 P. vivax, 22 P. ovale, and 21 P. malariae parasites. Samples had been previously characterised
using microscopy and real-time PCR. The overall sensitivities for the Plasmodium test ranged from
69.8% (111/159) to 95% (151/159). There was no significant difference for the specific detection of
P. falciparum (96.2% to 98.7%, p = 0.845). No significant difference was found between sensitivities to
P. vivax by pan LDH or pvLDH (81.1% (30/37) to 94.6% (35/37) (p = 0.845)). Some of the RDTs missed
most of P. ovale and P. malariae, with sensitivities for all RDTs ranging respectively from 4.5% (1/22)
to 81.8% (18/22) and 14.3% (3/21) to 95.2% (20/21). Carestart Malaria Pf/Pan (pLDH) Ag G0121,
a pLDH-based RDT (PfLDH and pLDH), showed the highest sensitivities to P. falciparum (98.7%,
78/79), P. vivax (94.6%, 35/37), P. ovale (81.8%, 18/22), and P. malariae (95.2%, 20/21) and meets the
requirements for military deployments in malaria-endemic areas.

Keywords: malaria; Plasmodium falciparum; diagnosis; rapid diagnostic test; RDT; LDH; HRP2

1. Introduction

Malaria remains a major problem for human health and in particular for the French
military, which encountered more than 6000 cases between 2000 and 2015 [1,2]. Sixty-two
percent of these cases occurred in endemic areas. Soldiers can be deployed far from health
facilities or medical personnel and, therefore, it is imperative to ensure the most effective
diagnostic tools adapted to their restricted conditions are available.

Members of the French military are deployed in parts of Africa where P. falciparum is
predominant, but also in areas of the continent where the transmission of P. ovale is reported,
such as Côte d’Ivoire, Gabon, and Senegal [3–5]. Moreover, many military operations are
performed every year in French Guiana, where P. vivax is predominant [6]. Between
2000 and 2015, 6468 cases of malaria were reported in the French Armed Forces, with 60.7%
of P. falciparum, 29.0% of P. vivax, 7.2% of P. ovale, and 1.8% of P. malariae [1]. Consequently,
it is important to identify RDTs which are effective at detecting all species.
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The rapid diagnosis of malaria is essential due to the potential fast progression from
uncomplicated malaria to severe malaria and death, especially in non-immune patients
without appropriate treatment (such as the use of ACTs) [7,8]. In mainland France, legally
the diagnosis has to be performed within two hours after reception of the sample [9].
Microscopic diagnosis, based on the direct observation of the asexual stages of the parasite
on a thin or thick blood smear, is the standard method. However, these microscopic
techniques require specific equipment and trained personnel and are time consuming.
Furthermore, the main limitation of the diagnosis is that these microscopic methods are
almost never available in military deployment settings and locations with limited resources.

Malaria rapid diagnostic tests (RDTs), based on immunochromatographic techniques,
are complementary techniques used in laboratory settings in mainland France. RDTs are
fast (results within 15–30 min of migration), and relatively easy to use and interpret [10].
However, the results need to be interpreted by trained personnel. RDTs are adapted for
use in field conditions. However, their accuracy varies depending on the brand used [10].
Currently, more than 200 different malaria RDTs are commercially available. Most of
them are designed to identify Plasmodium falciparum-specific proteins and target either
the P. falciparum histidine-rich protein 2 (HRP2) or the P. falciparum lactate dehydrogenase
(PfLDH). RDTs can detect other pan-malaria (genus) antigens, such as pLDH or pALD
(aldolase). Some kits can detect the specific protein P. vivax lactate dehydrogenase (PvLDH).
The users of the RDT and their institution must select the most efficient kit according to
their needs (sensitivity, specificity, stability, storage conditions). Moreover, the availability
of a complete kit is essential. In each bag, there is an RDT, a solvent vial, an alcohol pad,
and a needle. This helps to avoid the loss of the solvent vial or other essential elements,
which are often sold in a single container for a whole box of 20–25 RDTs.

The aim of our study was to compare the sensitivity of different RDT kits referenced
in the World Health Organization (WHO) RDT testing report [11] and marketed in France,
in order to select the best kit for the detection of plasmodium in an endemic area within a
constrained environment. The thin blood smear, the gold standard method, and real time
PCR—the most sensitive and specific method—were used in parallel to check the validity
of the results rendered by the RDTs. We hope this study will change the policy on the use
of RDTs in the French military, in favour of a more sensitive ‘lab-in-a- kit’RDT package.

2. Materials and Methods
2.1. Sample Collection

The isolates were collected from patients hospitalised in several civilian and military
hospitals belonging to the French National Reference Centre for Imported Malaria network
(Aix-en-Provence, Bordeaux, Lyon, Marseille, Montpellier, Nice, Toulon, Toulouse and
Valence) between September 2018 and February 2019. The patients presented with imported
malaria from a malaria-endemic country and their samples were sent to the French National
Reference Centre for Malaria (CNR) (Institut de RechercheBiomédical des Armées, IHU
Méditerranée Infection, Marseille). Whole blood was received in EDTA Vacutainer tubes
after being transported from hospitals in the CNR. The samples were stored and transported
at 4 ◦C from the moment of sampling until we receive the samples. A total of 159 samples
were evaluated including 79 P. falciparum (parasitaemia ranging from 0.001% to 21%),
37 P. vivax (parasitaemia ranging from 0.001% to 0.6%), 22 P. ovale (parasitaemia ranging
from 0.001% to 0.6%), and 21 P. malariae (parasitaemia ranging from 0.001% to 0.4%).

2.2. Malaria Diagnostic Techniques

Parasite species and parasitaemia assessments were carried out by certified oper-
ators on thin blood smears that were stained with eosin and methylene blue using an
RAL® kit(Réactifs RAL, Paris, France). Parasitaemia was computed on a minimum of
10 microscopic fields.

DNA extraction for each sample was performed using the QIAamp® DNA Mini kit
according to the manufacturer’s recommendations (Qiagen, Hilden, Germany).
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Real time PCR was performed using the LightCycler 2.0 (Roche Group, Switzerland),
as previously described [12]. Briefly, the aquaglyceroporine of P. falciparum (NCBI:AJ413249),
enoyl-acyl carrier protein reductase of P. vivax(NCBI:AY423071), circumsporozoite
(NCBI:S69014), ookinete surface protein 25 (NCBI:AB074976) of P. ovale were amplified
with Roche LightCyclerTaqMan master (Roche Diagnostics, Meylan, France).

RDTs were selected according to the last WHO report on the performance of malaria
RDTs on P. falciparum but also P. vivax parasites [9]. Members of the French military are
exposed to P. vivax in French Guiana where P. vivax is predominant. The first nine RDT
kits approved and marketed in France were selected from the list of WHO validated tests.
Among these nine RDTs, three were selected for their specificity to detect P. vivax parasites.
The main criteria for selection were market availability and the ‘lab-in-a-kit’format. The
RDT kit most commonly used by the French army health service at the time of the study
(SD Malaria Ag Pf/Pan (05FK63), SD BiolineAlere Abbott) was added to the nine RDTs. The
10RDTs are presented in Table 1. RDTs were used as recommended by each manufacturer.

Table 1. Characteristics of the 10 malaria rapid diagnostic tests (RDT).

Identification Company Antigens (Specificity) Batch Number (Lapsing)

SD Malaria Ag Pf/Pan
(05FK63) SD BiolineAlere Abbott HRP2 (Pf)

pLDH (Pf + Pv + Po + Pm) 05EDD002A (10 January 2020)

Malaria Pf/PAN Antigen
Test (AMAL-7025)

Humasis, Launch
Diagnostics

HRP2 (Pf)
pLDH (Pf + Pv + Po + Pm) MAL7040 (11 December 2019)

Malaria Pf/Pv Antigen Test
(AMFV-7025)

Humasis, Launch
Diagnostics

HRP2 (Pf)
LDH (Pv) MFV8003 (15 May 2020)

OnesiteMalaria Pf/Pan Ag
Rapid Test (R0113C) CTK Biotech, Eurobio HRP2 (Pf)

pLDH (Pf + Pv + Po + Pm) F1114N3I03 (14 November 2019)

Palutop4+ Optima Biosynex
HRP2 (Pf)
LDH (Pv)

pLDH (Pf + Pv + Po + Pm)
[91226] (December 2019)

CareStart Malaria pLDH
Pf/Pan (Med G0121) Medequip pLDH (Pf)

pLDH (Pf + Pv + Po + Pm) ML 18H61 (July 2020)

CareStart Malaria
HRP2/pLDH Pf/Pan Combo

(Med G0131)
Medequip HRP2 (Pf)

pLDH (Pf + Pv + Po + Pm) MF 18F63 (November 2020)

CareStart Malaria
HRP2/pLDH Pf/VOM

Combo (Med G0171)
Medequip HRP2 (Pf)

LDH (Pv + Po + Pm) MW 18G61 (June 2020)

CareStart Malaria Screen
(Med G0231) Medequip HRP2/LDH (Pf)

pLDH (Pf + Pv + Po + Pm) MA 18G61 (June 2020)

CareStart Malaria
HRP2/pLDH Pf/Pv Combo

(Med G0161)
Medequip HRP2 (Pf)

LDH (Pv) MV 18G62 (June 2020)

HRP2: Histidine Rich Protein 2, (p)LDH: (pan) Lactate dehydrogenase, Pf: P. falciparum; Pv: P. vivax; Po: P. ovale;
Pm: P. malariae.

2.3. Statistics

The statistics were collated using an Excel spreadsheet and Charles Zaiontz’s Real
Statistics add-on (https://www.real-statistics.com/, accessed on 14 September 2022).

3. Results

All 159 samples were identified by thin blood smears and confirmed by real time PCR
with a 100% match. Table 2 shows the sensitivities for each RDT.

The sensitivities for all species of Plasmodium ranged from 69.8% to 95%. The difference
between the 10 RDTs was significant (p < 0.001, Pearson’s chi-squared test). The RDTs with
the highest sensitivity to Plasmodium spp. (Carestart G0121) detected significantly more
parasites than RDTs with a sensitivity below 86.8% (p = 0.018, Fisher exact test).

No significant difference was found between sensitivities to P. vivax by pan LDH or
pv-specific LDH, which ranged from 81.1% to 94.6% (p = 0.845, Pearson’s chi-squared test).

https://www.real-statistics.com/
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Table 2. Sensitivity of 10 rapid diagnostic test (RDT) kits against 159 samples including 79 P. falciparum
(Pf), 37 P. vivax (Pv), 22 P. ovale (Po), and 21 P. malariae (Pm).

RDT Brand Antigen Detection Sensitivity
P. falciparum

Sensitivity
P. vivax

Sensitivity
P. ovale

Sensitivity
P. malariae

Sensitivity to All
Plasmodium

Species

SD Malaria Ag Pf/Pan
(25FK63)

HRP2 (Pf) 96.2% (76/79) 69.8% (111/159)pLDH
(Pf + Pv + Po + Pm) 64.6% (51/79) 81.1% (30/37) 4.5% (1/22) 19.0% (4/21)

Malaria Pf/Pan Antigen
Test (AMAL-7025)

HRP2 (Pf) 96.2% (76/79) 69.8% (111/159)pLDH
(Pf + Pv + Po + Pm) 77.2% (61/79) 83.8% (31/37) 4.5% (1/22) 14.3% (3/21)

Onesite Malaria Pf/Pan
Ag Rapid Test (R0113C)

HRP2 (Pf) 97.5% (77/79) 71.1% (113/159)pLDH
(Pf + Pv + Po + Pm) 72.2% (57/79) 83.8% (31/37) 9.1% (2/22) 14.3% (3/21)

Carestart Malaria Screen
(Med G0231)

HRP2/LDH (Pf) 98.7% (78/79) 91.8% (146/159)pLDH
(Pf + Pv + Po + Pm) 88.6% (70/79) 86.5% (32/37) 77.3% (17/22) 90.5% (19/21)

Carestart Malaria Pf/Pan
(pLDH) Ag (Med G0121)

LDH (Pf) 98.7% (78/79) 95.0% (151/159)pLDH
(Pf + Pv + Po + Pm) 89.9% (71/79) 94.6% (35/37) 81.8% (18/22) 95.2% (20/21)

Carestart Malaria Pf/Pan
(HRP2 /pLDH) Ag

Combo (Med G0131)

HRP2 (Pf) 98.7% (78/79) 92.5% (147/159)pLDH
(Pf + Pv + Po + Pm) 84.8% (67/79) 89.2% (33/37) 77.3% (17/22) 90.5% (19/21)

Carestart Malaria
Pf/VOM (HRP2 /pLDH)

Combo (Med G0171)

HRP2 (Pf) 98.7% (78/79) 86.8% (138/159)LDH
(Pv + Po + Pm) 86.5% (32/37) 59.1% (13/22) 71.4% (15/21)

Carestart Malaria Pf/Pv
(HRP2 /pLDH) Ag

Combo (Med G0161)

HRP2 (Pf) 98.7% (78/79)

LDH (Pv) 86.5% (32/37)

Malaria Pf/Pv Antigen
Test (AMFV-7025)

HRP2 (Pf) 96.2% (76/79)
LDH (Pv) 83.8% (31/37)

Palutop 4+ Optima

HRP2 (Pf) 98.7% (78/79)
75.5% (120/159)LDH (Pv) 91.9% (34/37)

pLDH
(Pf + Pv + Po + Pm) 84.8% (67/79) 89.2% (33/37) 4.5% (1/22) 33.3% (7/21)

Some of the RDTs (SD Bioline 05FK63, AMAL-7025, Onesite R0113C, Palutop 4+ Optima)
missed most of the P. ovale parasites, with sensitivities for all RDTs ranging from 4.5% to
81.8% (p < 0.001, Pearson’s chi-squared test).

The sensitivities for detection of P. malariae ranged from 14.3% to 95.2% (p < 0.001,
Pearson’s chi-squared test). The RDTs which missed the P. malariae parasites were the same,
with low sensitivities to P. ovale.

There was no significant difference for the specific detection of P. falciparum (96.2%
to 98.7%, p = 0.845, Pearson’s chi-squared test). There was no cross detection between
parasite species and the 10 different RDTs. However, on Palutop 4+, there were 15 out of
79 P. falciparum isolates that were positive on the “P. vivax LDH” band of the RDT (para-
sitaemia ranging from 0.25% to 12.7%). This has already been observed in the past, when
Palutop 4+ was used in French Guyana, when sometimes when there is high parasitaemia
or high levels of circulating HRP2, the P. falciparum HRP2 band is saturated and the P. vivax
LDH turns positive. The two other RDTs with a P. vivax LDH band showed no cross reaction
(Carestart and Humasis).

4. Discussion

It is vital for military personnel who are deployed with limited resources often without
health personnel or reliable diagnostic means to be able to quickly detect the presence
of malaria parasites. When there is no health facility nearby, ACT treatment must be
administered directly in the field. In these conditions, clinical symptoms combined with
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the use of an RDT are the only clues the operator will have to diagnosis malaria. More than
200 malaria RDTs are currently commercially available worldwide and over 80 kits fulfil
the criteria required by the WHO (performance, stability, ease of use) [13]. Several RDTs
are available in France, and it is the responsibility of the health service of the French Army
to select the best RDT kit according to their needs.

The 10RDTs were efficient in the detection of P. falciparum parasites with sensitivities
ranging from 96.2% to 98.7%, while no differences were found in terms of specificity.
Carestart Malaria Pf/Pan (pLDH) Ag (G0121) was the only one of the 10 RDTs which relied
on specific pfLDH for the detection of P. falciparum. The nine other RDTs relied on HRP2
detection. The majority of the RDTs are designed to identify HRP2. Only 11/89 tests, based
on the detection of pfLDH or both pfLDH-HRP2, met the WHO requirements for RDT
procurement [14]. Previous pLDH-based RDTs—more particularly, Optimal-IT—seemed
to be less sensitive than HRP2-based RDTs [15–17]. The more recent pLDH-based RDTs
showed a higher sensitivity to P. falciparum [18,19] than previously, therefore they could be
used for normal RDT usage. The present study did not reveal detection differences between
target molecules of HRP2 and LDH in the 10RDTs. In the context of P. falciparum parasites
lacking the pfhrp2 gene [20], Carestart Malaria Pf/Pan (pLDH) Ag G0121 would address
this issue. The high prevalence of pfhrp2-deleted mutants associated with false-negative
results with HRP2-based RDTs have been reported in various countries (Peru, Eritrea,
Ghana, Rwanda) [20–23]. Moreover, the proportion of false-positives in pfLDH-based RDTs
after antimalarial treatment was very low in comparison with HRP2-based RDTs, due to
the persistence of HRP2 antigens for more than a month [24]. The detection of PfLDH
antigens can be used for monitoring antimalarial drug efficacy. This helps to select the
appropriate RDT in areas harbouring deleted HRP2 parasites.

Five RDTs (SD Bioline Ag Pf/Pan 05FK63, Malaria Pf/Pan Antigen, Test AMAL-7025,
Onesite Malaria Pf/Pan Ag R0113C, Palutop 4+ Optima and Carestart Malaria Pf/VOM
combo G0171) showed global sensitivity to Plasmodium spp which was under 90% (p < 0.018
compared to Carestart Malaria Pf/Pan (pLDH) Ag G0121). These RDTs missed many
P. ovale (4.5% to 59.1%) and P. malariae (14.3% to 71.4%). Some RDTs, such as Palutop
4+ Optima and SD Bioline Ag Pf/Pan 05FK63, were already known for their poor efficiency
at detecting P. ovale and P. malariae [25,26]. The five Carestart RDTs were significantly more
efficient at detecting P. ovale (59.1% to 81.8%) and P. malariae (71.4% to 95.2%) than the other
RDTs (4.5% to 9.1%, p< 0.001, Fisher exact test and 14.3% to 33.3%, p< 0.029, respectively).
Carestart Malaria Pf/Pan (pLDH) Ag G0121 was the most efficient at detecting P. ovale
(81.8%) and P. malariae (95.2%).

There was no significant difference in the detection of P. vivax between the 10RDTs
(81.1% to 94.6%, p = 0.845, Pearson’s chi-squared test). Three RDTs, Malaria Pf/Pv Antigen
Test AMFV-7025, Carestart Malaria Pf/Pv (HRP2/pLDH) Ag combo G0161 and Palutop
4+ Optima, specifically identified P. vivax (one specific band on RDTs) due to the detection
of PvLDH (sensitivities from 83.5% to 91.9%) but were not more efficient at detecting P. vivax
parasites than pLDH-based RDTs. The only advantage of these three RDTs would be that
they could be used to detect P. falciparum-vivax mixed infections in areas where P. vivax
was predominant and where there was a very low transmission of P. ovale and P. malariae
parasites, such as in French Guiana and the Republic of Djibouti [6,27,28]. In the absence
of the specific detection of P. vivax, only P. falciparum will be identified (one band-HRP2
or -PfLDH and one band-pLDH). If the RDT misses the P. vivax parasite, the patient will
still be treated for uncomplicated falciparum malaria. This treatment includes artenimol-
piperaquine or artemether-lumefantrine, which are the first-line curative treatments which
are recommended in France for uncomplicated imported P. falciparum and non-falciparum
malaria [29]. The same recommendations have been adopted by the French armed forces in
their military operations and deployments to malaria-endemic areas. The specific radical
cure for P. vivax using primaquine is prescribed during a resurgence in the absence of G6PD
deficiency, when only the P. vivax parasites are detected.
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The main limitation of this study was the low number of samples, although 80 non-
falciparum samples were tested. There was no issue with sample preservation due to
the short timescale within which the samples were sent to the CNR and the fact that the
transport was maintained at 4 ◦C, as controlled by temperature tracker in each package.

5. Conclusions

This study showed that some RDTs missed the detection of P. ovale and P. malariae
and would therefore not be appropriate for either malaria diagnosis in the French armed
forces or for cases of imported malaria. Carestart Malaria Pf/Pan (pLDH) Ag G0121, a non
HRP2-based RDT, showed the highest sensitivities to P. falciparum (98.7%), P. vivax (94.6%),
P. ovale (81.8%), and P. malariae (95.2%). This RDT meets the requirements of the French
armed forces with regards to their military deployments in malaria-endemic areas: the
time-to-results is rapid, it does not require extensive training or specific equipment, it is
efficient for all Plasmodium parasites, and it can be used worldwide, even in a context of
pfhrp2 deletions. This RDT also meets all the criteria for the diagnosis of imported malaria
in non-malaria-endemic countries. As some of those RDTs meet the requirements of the
French military forces in their deployments, they also could be useful for other applications
linked with malaria diagnosis, such as in low-income countries where RDTs are used as a
major diagnostic tool.

Author Contributions: French National Reference Centre for Imported Malaria Study Groupmem-
bers provided the original samples. M.G., I.F. and J.M. carried out diagnosis using RDTs and
microscopy. M.M., N.B. and R.A. carried out molecular diagnosis. B.P. conceived and coordinated the
study. M.G. and B.P.analysed the data. M.G., M.M. and B.P. drafted the manuscript. All authors have
read and agreed to the published version of the manuscript.

Funding: The study was supported by the Direction Central du Service de Santé des Armées (OPEX
grant) and Santé Publique France (CNR paludisme grant).

Institutional Review Board Statement: Not applicable.

Informed Consent Statement: Informed consent was not required for this study as it was performed
under the statutory auspices of the French National Reference Centre for Imported Malaria, and
isolates were anonymised by re-coding. In accordance with Article 6.1.e of the General Data Protection
Regulation (GDPR) which came into force on 25 May 2018, the processing operations implemented
by the CNRs within the framework of their missions are based on the execution of a mission of public
interest (Art. L 1413-3, R. 1413.46 of the French Public Health Code). This removes the need to obtain
patients’ prior consent. Additionally, bio-banking human clinical samples used for malaria diagnosis
and secondary uses for scientific purposes are possible as long as the corresponding patients are
informed, and they do not indicate any objections.

Data Availability Statement: The datasets analysed in this study are available from the correspond-
ing author on reasonable request.

Acknowledgments: The authors would like to thank the patients and staff of the hospitals within the
French National Reference Centre for Imported Malaria network.Collaborators:The members of the
French National Reference Centre for Imported Malaria Study Group are as follow: V. Augis (Groupe-
HospitalierPellegrin, Bordeaux), P. Bastien (Centre HospitalierUniversitaire de Montpellier, Montpel-
lier), A. Berry (Centre HospitalierUniversitaire de Rangueil, Toulouse), P. Brouqui (InstitutHospitalo-
UniversitaireMéditerranée Infection, Marseille), P. Chauvin (Centre HospitalierUniversitaire de
Rangueil, Toulouse), M. Cividin (Centre Hospitalier du Pays d’Aix, Aix-en-Provence), F. Courtier (Cen-
tre Hospitalier de Valence), P. Delaunay (Centre HospitalierUniversitaire de l’Archet, Nice), L. Delhaes
(GroupeHospitalierPellegrin, Bordeaux), M. Drancourt (InstitutHospitalo-UniversitaireMéditerranée
Infection, Marseille), A. Genin (Centre Hospitalier du Pays d’Aix, Aix-en-Provence), E. Garnotel
(Hôpitald’Instruction des Armées Laveran, Marseille), E. Javelle (Hôpitald’Instruction des Armées
Laveran, Marseille), C. L’Ollivier (InstitutHospitalo-UniversitaireMéditerranée Infection, Marseille),
J.C. Lagier (InstitutHospitalo-UniversitaireMéditerranée Infection, Marseille), E. Ledault
(Hôpitald’Instruction des Armées Laveran, Marseille), M. Leveque (Centre HospitalierUniversi-
taire de Montpellier, Montpellier), D. Malvy (GroupeHospitalierPellegrin, Bordeaux), P. Marty



Diagnostics 2022, 12, 2240 7 of 8

(Centre HospitalierUniversitaire de l’Archet, Nice), G. Ménard (Hôpitald’Instruction des Armées
Saint-Anne, Toulon), E. Menu (InstitutHospitalo-UniversitaireMéditerranée Infection, Marseille),
P. Millet (GroupeHospitalierPellegrin, Bordeaux), P. Minodier (Hôpital Nord, Marseille), P. Parola
(InstitutHospitalo-UniversitaireMéditerranée Infection, Marseille), S. Picot (Hôpital de la Croix
Rousse, Lyon), C. Pomares-Estran (Centre HospitalierUniversitaire de l’Archet, Nice), S. Ranque
(InstitutHospitalo-UniversitaireMéditerranée Infection, Marseille), M.C. Receveur (GroupeHospital-
ierPellegrin, Bordeaux), A. Robin (Centre Hospitalier du Pays d’Aix, Aix-en-Provence), E. Sappa (Cen-
tre Hospitalier du Pays d’Aix, Aix-en-Provence), H. Savini (Hôpitald’Instruction des Armées Laveran,
Marseille), J. Sevestre (InstitutHospitalo-UniversitaireMéditerranée Infection, Marseille), F. Simon
(Hôpitald’Instruction des Armées Laveran, Marseille), Y. Sterkers (Centre HospitalierUniversitaire de
Montpellier, Montpellier), C. Surcouf (Hôpitald’Instruction des Armées Laveran, Marseille), E. Varlet
(Centre HospitalierUniversitaire de Montpellier, Montpellier), and A. Wolff (Hôpitald’Instruction des
Armées Laveran, Marseille).

Conflicts of Interest: The authors declare no conflict of interest. None of the funders played any
role in the design of the study, in the collection, analyses, or interpretation of the data, in writing the
manuscript, or in deciding to publish the results.

Abbreviations

Aldolase: ALD; Deoxyribonucleic acid: DNA; Histidine-rich protein 2: HRP2; Lactate de-
hydrogenase: LDH; Polymerase chain reaction: PCR; Rapid diagnostic tests: RDT; World Health
Organization: WHO.

References
1. Velut, G.; Dia, A.; Briolant, S.; Javelle, E.; de Santi, V.P.; Berger, F.; Savini, H.; Simon, F.; Michel, R.; Pradines, B. Le paludisme:

Toujours d’actualité dans les armées françaises. Méd. Armées 2018, 46, 13–25.
2. Thellier, M.; Simard, F.; Musset, L.; Cot, M.; Velut, G.; Kendjo, E.; Pradines, B. Changes in malaria epidemiology in France and

worldwide, 2000–2015. Med. Mal. Infect. 2020, 50, 99–112. [CrossRef]
3. de Laval, F.; Simon, F.; Bogreau, H.; Rapp, C.; Wurtz, N.; Oliver, M.; Demaison, X.; Dia, A.; De Pina, J.J.; Merens, A.; et al.

Emergence of Plasmodium ovale malaria among the French Armed Forces in the Republic of Ivory Coast: 20 years of clinical and
biological experience. Clin. Infect. Dis. Off. Publ. Infect. Dis. Soc. Am. 2014, 58, e122–e128. [CrossRef]

4. Manego, R.Z.; Mombo-Ngoma, G.; Witte, M.; Held, J.; Gmeiner, M.; Gebru, T.; Tazemda, B.; Mischlinger, J.; Groger, M.; Lell,
B.; et al. Demography, maternal health and the epidemiology of malaria and other major infectious diseases in the rural
department Tsamba-Magotsi, Ngounie Province, in central African Gabon. BMC Public Health 2017, 17, 130. [CrossRef]

5. Roucher, C.; Rogier, C.; Sokhna, C.; Tall, A.; Trape, J.-F. A 20-year longitudinal study of Plasmodium ovale and Plasmodium
malariae prevalence and morbidity in a West African population. PLoS ONE 2014, 9, e87169. [CrossRef]

6. Ginouves, M.; Veron, V.; Musset, L.; Legrand, E.; Stefani, A.; Prevot, G.; Demar, M.; Djossou, F.; Brousse, P.; Nacher, M.; et al.
Frequency and distribution of mixed Plasmodium falciparum-vivax infections in French Guiana between 2000 and 2008. Malar. J.
2015, 14, 446. [CrossRef]

7. Bartoloni, A.; Zammarchi, L. Clinical aspects of uncomplicated and severe malaria. Mediterr. J. Hematol. Infect. Dis. 2012, 4, e2012026.
[CrossRef]

8. Mousa, A.; Al-Taiar, A.; Anstey, N.M.; Badaut, C.; Barber, B.E.; Bassat, Q.; Challenger, J.D.; Cunnington, A.J.; Datta, D.; Drakeley,
C.; et al. The impact of delayed treatment of uncomplicated P. falciparum malaria on progression to severe malaria: A systematic
review and a pooled multicentre individual-patient meta-analysis. PLoS Med. 2020, 17, e1003359. [CrossRef]

9. Kamaliddin, C.; Le Bouar, M.; Berry, A.; Fenneteau, O.; Gillet, P.; Godineau, N.; Candolfi, E.; Houzé, S. Assessment of diagnostic
methods for imported malaria in mainland France. Med. Mal. Infect. 2020, 50, 141–160. [CrossRef]

10. Maltha, J.; Gillet, P.; Jacobs, J. Malaria rapid diagnostic tests in travel medicine. Clin. Microbiol. Infect. Off. Publ. Eur. Soc. Clin.
Microbiol. Infect. Dis. 2013, 19, 408–415. [CrossRef]

11. World Health Organization. Malaria Rapid Diagnostic Test Performance: Results of WHO Product Testing of Malaira RDTs: Round 7
(2016–2017); World Health Organization: Geneva, Switzerland, 2017; ISBN 978-92-4-151268-8.

12. Wurtz, N.; Fall, B.; Bui, K.; Pascual, A.; Fall, M.; Camara, C.; Diatta, B.; Fall, K.B.; Mbaye, P.S.; Diémé, Y.; et al. Pfhrp2 and pfhrp3
polymorphisms in Plasmodium falciparum isolates from Dakar, Senegal: Impact on rapid malaria diagnostic tests. Malar. J. 2013,
12, 34. [CrossRef] [PubMed]

13. World Health Organization. Recommended Selection Criteria for Procurement of Malaria Rapid Diagnostic Tests; World Health
Organization: Geneva, Switzerland, 2018.

14. World Health Organization. Malaria Rapid Diagnostic Test Performance: Summary Results of WHO Product Testing of Malaria RDTs:
Round 1–8 (2008–2018); World Health Organization: Geneva, Switzerland, 2018; ISBN 978-92-4-151495-8.

http://doi.org/10.1016/j.medmal.2019.06.002
http://doi.org/10.1093/cid/ciu021
http://doi.org/10.1186/s12889-017-4045-x
http://doi.org/10.1371/journal.pone.0087169
http://doi.org/10.1186/s12936-015-0971-1
http://doi.org/10.4084/mjhid.2012.026
http://doi.org/10.1371/journal.pmed.1003359
http://doi.org/10.1016/j.medmal.2019.07.007
http://doi.org/10.1111/1469-0691.12152
http://doi.org/10.1186/1475-2875-12-34
http://www.ncbi.nlm.nih.gov/pubmed/23347727


Diagnostics 2022, 12, 2240 8 of 8

15. Grigg, M.J.; William, T.; Barber, B.E.; Parameswaran, U.; Bird, E.; Piera, K.; Aziz, A.; Dhanaraj, P.; Yeo, T.W.; Anstey, N.M.
Combining parasite lactate dehydrogenase-based and histidine-rich protein 2-based rapid tests to improve specificity for
diagnosis of malaria Due to Plasmodium knowlesi and other Plasmodium species in Sabah, Malaysia. J. Clin. Microbiol. 2014,
52, 2053–2060. [CrossRef] [PubMed]

16. Tahar, R.; Sayang, C.; Ngane Foumane, V.; Soula, G.; Moyou-Somo, R.; Delmont, J.; Basco, L.K. Field evaluation of rapid diagnostic
tests for malaria in Yaounde, Cameroon. Acta Trop. 2013, 125, 214–219. [CrossRef] [PubMed]

17. Maltha, J.; Guiraud, I.; Lompo, P.; Kaboré, B.; Gillet, P.; Van Geet, C.; Tinto, H.; Jacobs, J. Accuracy of PfHRP2 versus Pf-pLDH
antigen detection by malaria rapid diagnostic tests in hospitalized children in a seasonal hyperendemic malaria transmission area
in Burkina Faso. Malar. J. 2014, 13, 20. [CrossRef] [PubMed]

18. Adu-Gyasi, D.; Asante, K.P.; Amoako, S.; Amoako, N.; Ankrah, L.; Dosoo, D.; Tchum, S.K.; Adjei, G.; Agyei, O.; Amenga-Etego,
S.; et al. Assessing the performance of only HRP2 and HRP2 with pLDH based rapid diagnostic tests for the diagnosis of malaria
in middle Ghana, Africa. PLoS ONE 2018, 13, e0203524. [CrossRef]

19. Gendrot, M.; Fawaz, R.; Dormoi, J.; Madamet, M.; Pradines, B. Genetic diversity and deletion of Plasmodium falciparum
histidine-rich protein 2 and 3: A threat to diagnosis of Plasmodium falciparum malaria. Clin. Microbiol. Infect. Off. Publ. Eur. Soc.
Clin. Microbiol. Infect. Dis. 2018, 25, 580–585. [CrossRef]

20. Baldeviano, G.C.; Okoth, S.A.; Arrospide, N.; Gonzalez, R.V.; Sánchez, J.F.; Macedo, S.; Conde, S.; Tapia, L.L.; Salas, C.; Gamboa,
D.; et al. Molecular Epidemiology of Plasmodium falciparum Malaria Outbreak, Tumbes, Peru, 2010–2012. Emerg. Infect. Dis.
2015, 21, 797–803. [CrossRef]

21. Menegon, M.; L’Episcopia, M.; Nurahmed, A.M.; Talha, A.A.; Nour, B.Y.M.; Severini, C. Identification of Plasmodium falciparum
isolates lacking histidine-rich protein 2 and 3 in Eritrea. Infect. Genet. Evol. J. Mol. Epidemiol. Evol. Genet. Infect. Dis. 2017,
55, 131–134. [CrossRef]

22. Amoah, L.E.; Abankwa, J.; Oppong, A. Plasmodium falciparum histidine rich protein-2 diversity and the implications for PfHRP
2: Based malaria rapid diagnostic tests in Ghana. Malar. J. 2016, 15, 101. [CrossRef]

23. Kozycki, C.T.; Umulisa, N.; Rulisa, S.; Mwikarago, E.I.; Musabyimana, J.P.; Habimana, J.P.; Karema, C.; Krogstad, D.J. False-
negative malaria rapid diagnostic tests in Rwanda: Impact of Plasmodium falciparum isolates lacking hrp2 and declining malaria
transmission. Malar. J. 2017, 16, 123. [CrossRef]

24. Houzé, S.; Boly, M.D.; Le Bras, J.; Deloron, P.; Faucher, J.-F. PfHRP2 and PfLDH antigen detection for monitoring the efficacy
of artemisinin-based combination therapy (ACT) in the treatment of uncomplicated falciparum malaria. Malar. J. 2009, 8, 211.
[CrossRef]

25. Charpentier, E.; Benichou, E.; Pagès, A.; Chauvin, P.; Fillaux, J.; Valentin, A.; Guegan, H.; Guemas, E.; Salabert, A.-S.; Armengol,
C.; et al. Performance evaluation of different strategies based on microscopy techniques, rapid diagnostic test and molecular
loop-mediated isothermal amplification assay for the diagnosis of imported malaria. Clin. Microbiol. Infect. Off. Publ. Eur. Soc.
Clin. Microbiol. Infect. Dis. 2020, 26, 115–121. [CrossRef]

26. Tang, J.; Tang, F.; Zhu, H.; Lu, F.; Xu, S.; Cao, Y.; Gu, Y.; He, X.; Zhou, H.; Zhu, G.; et al. Assessment of false negative rates of lactate
dehydrogenase-based malaria rapid diagnostic tests for Plasmodium ovale detection. PLoS Negl. Trop. Dis. 2019, 13, e0007254.
[CrossRef] [PubMed]

27. Pommier de Santi, V.; Girod, R.; Mura, M.; Dia, A.; Briolant, S.; Djossou, F.; Dusfour, I.; Mendibil, A.; Simon, F.; Deparis, X.; et al.
Epidemiological and entomological studies of a malaria outbreak among French armed forces deployed at illegal gold mining
sites reveal new aspects of the disease’s transmission in French Guiana. Malar. J. 2016, 15, 35. [CrossRef] [PubMed]

28. Khaireh, B.A.; Briolant, S.; Pascual, A.; Mokrane, M.; Machault, V.; Travaillé, C.; Khaireh, M.A.; Farah, I.H.; Ali, H.M.; Abdi,
A.-I.A.; et al. Plasmodium vivax and Plasmodium falciparum infections in the Republic of Djibouti: Evaluation of their prevalence
and potential determinants. Malar. J. 2012, 11, 395. [CrossRef] [PubMed]

29. Epelboin, L.; Rapp, C.; Faucher, J.F.; Méchaï, F.; Bottieau, E.; Matheron, S.; Malvy, D.; Caumes, E. Management and treatment of
uncomplicated imported malaria in adults. Update of the French malaria clinical guidelines. Med. Mal. Infect. 2020, 50, 194–212.
[CrossRef]

http://doi.org/10.1128/JCM.00181-14
http://www.ncbi.nlm.nih.gov/pubmed/24696029
http://doi.org/10.1016/j.actatropica.2012.10.002
http://www.ncbi.nlm.nih.gov/pubmed/23085326
http://doi.org/10.1186/1475-2875-13-20
http://www.ncbi.nlm.nih.gov/pubmed/24418119
http://doi.org/10.1371/journal.pone.0203524
http://doi.org/10.1016/j.cmi.2018.09.009
http://doi.org/10.3201/eid2105.141427
http://doi.org/10.1016/j.meegid.2017.09.004
http://doi.org/10.1186/s12936-016-1159-z
http://doi.org/10.1186/s12936-017-1768-1
http://doi.org/10.1186/1475-2875-8-211
http://doi.org/10.1016/j.cmi.2019.05.010
http://doi.org/10.1371/journal.pntd.0007254
http://www.ncbi.nlm.nih.gov/pubmed/30856189
http://doi.org/10.1186/s12936-016-1088-x
http://www.ncbi.nlm.nih.gov/pubmed/26801629
http://doi.org/10.1186/1475-2875-11-395
http://www.ncbi.nlm.nih.gov/pubmed/23190709
http://doi.org/10.1016/j.medmal.2019.07.011

	Introduction 
	Materials and Methods 
	Sample Collection 
	Malaria Diagnostic Techniques 
	Statistics 

	Results 
	Discussion 
	Conclusions 
	References

