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Abstract: Panamá, together with all the nations in Mesoamerica, has committed to eliminate malaria
from the region by 2020. As these countries approach malaria elimination and local transmission
decreases, an active molecular surveillance to identify genotypes circulating along the border areas
is particularly needed to accurately infer infection origin, drug resistance and disease propagation
patterns in the region. This study evaluated the genetic diversity and allele frequencies of msp-1,
msp-2 and glurp genes using different molecular analyses (nested PCR, PCR-restriction fragment
length polymorphism (RFLP) and sequencing) from 106 autochthonous and imported P. falciparum
isolates collected from different endemic areas in Panamá between 2003 and 2019. We also explored if
P. falciparum genotypes assessed with these molecular markers were associated with relevant malaria
epidemiological parameters using a multiple correspondence analysis. A strong association of certain
local haplotypes with their geographic distribution in endemic areas, but also with parasite load
and presence of gametocytes, was evidenced. Few multiclonal infections and low genetic diversity
among locally transmitted P. falciparum samples were detected, consequent with the low transmission
intensity of this parasite in Panamá, a pattern likely to be extended across Mesoamerica. In addition,
several imported cases were genetically dissimilar to local infections and representative of more
diverse extra-continental lineages.
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1. Introduction

Malaria continues to be a major, though neglected, public health challenge for health authorities in
Panamá. Despite regional efforts and a national commitment to eliminate locally transmitted malaria
cases by 2020 and achieve full WHO certification by 2025 [1], recent studies have evidenced that this
goal will be difficult to achieve [2–7]. Indeed, the country has not been able to reduce transmission
particularly in indigenous endemic regions, registering in the past decade more than 500 annual cases,
with a peak of 1400 cases in 2019 [7].
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Although Plasmodium vivax has been responsible for most malaria cases in Panamá (~94%
during the last 15 years) [6], P. falciparum resurgence has been a constant threat for malaria control
and elimination. For instance, during a major malaria epidemic observed between 2002 and 2003,
autochthonous P. falciparum transmission was reestablished east of the Panamá Canal, with several
fatal cases—a situation not observed in the county since 1970 [7]. Parasites circulating at that
time presented mutations associated with resistance to chloroquine (CQ) and partial resistance to
sulfadoxine–pyrimethamine (SP) [8–10]. This situation prompted a change in the national malaria
drug policy in Panamá from CQ to SP, and shortly after to mefloquine, as first-line treatments for
uncomplicated P. falciparum infections [7,9,11]. Intensification of malaria control activities coupled with
the change in drug policy was highly effective to control the 2002–2003 P. falciparum outbreak [3,5,6].
Nowadays, following international guidelines, artemisinin-based combination therapy (ACT) is used
to treat P. falciparum infections in Panamá [11,12]. More recently, since 2015 P. falciparum transmission
has again re-emerged in eastern regions of the country where malaria transmission had been previously
interrupted—An event that has been related to migratory events across the Panamá–Colombia
border [10,13]. Due to its strategic geographical position, as a bridge between two oceans and
connecting North and South America, Panamá has historically served as an attractive intercontinental
passageway for migration. In fact, during the last decade, a significant and increasing number of
P. falciparum cases have been imported from endemic countries of different continents, most imported
cases coming from South America [7].

The National Malaria Elimination Programme (NMEP) in Panamá is now implementing its
strategic objectives as part of ongoing malaria elimination efforts [1]. In this context, knowledge of the
genetic variations and understanding the population structure of P. falciparum parasites circulating in
the country can provide to the NMEP new biological insights on the dynamics of parasite transmission,
resistance to malaria drugs, infection origin and connectivity between infections [10]. Therefore,
a sustained molecular surveillance of Plasmodium spp. is key to optimize and effectively implement
malaria elimination strategies in Panamá—a country with permeable boundaries in Mesoamerica
and with a growing number of migrants entering from different malaria extra-continental endemic
regions [7].

In this regard, few studies have explored the genetic diversity of P. falciparum parasites circulating
in Panamá [8–10]. Overall, results from these studies point to a clonal origin of infection and
to a CQ resistance pattern of P. falciparum circulating in the studied areas of the country [8,10].
This epidemiological scenario is different from the one observed throughout the rest of Mesoamerica
where autochthonous P. falciparum parasites are currently susceptible to CQ [14]. Results from these
previous studies, however, are limited by the low number of samples, the restricted geographical
range from where the samples were obtained and particularly the short time span of sample collection,
mostly related to the 2012–2014 P. falciparum epidemic. In this line, and to provide additional information
to optimize the NMEP strategies, the present study evaluated the genetic diversity and allele frequencies
of merozoite surface proteins 1 and 2 (msp-1 and msp-2) and the glutamate-rich protein (glurp) genes
from autochthonous and imported P. falciparum human isolates collected in different endemic areas
from Panamá between 2003 and 2019. We also explored if P. falciparum genotypes assessed with these
molecular markers were associated with relevant malaria epidemiological parameters.

2. Materials and Methods

2.1. Study Sites and Sample Collection

Panamá is in Mesoamerica, bordering the Caribbean Sea and the North Pacific Ocean, between
Colombia and Costa Rica (Figure 1). The country has slightly over four million inhabitants and occupies
the southeastern end of the narrow isthmus forming the land bridge connecting North and South
America. It has a tropical climate, with relatively high temperatures throughout the year, ranging from
26 to 32 ◦C, and two marked seasons: dry season: January–May; and rainy season: May–December.
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During the past decade, malaria cases have shown a marked seasonality with more cases 
occurring during the rainy months [5,7,13]. Moreover, during this period, a disproportionate number 
of malaria cases (~90%) have been concentrated in the so-called comarcas: semi-autonomous areas 
inhabited by diverse indigenous groups that occupy 22% of the national territory and together 
represent around 12% of the total Panamanian population [7,15]. In relation to the species distribution 
in these malaria hotspots, it is noteworthy that P. vivax infections have been widespread throughout
the country, whereas during the past decades, P. falciparum autochthonous transmission has only 
been observed in communities located on the eastern side of the country near the Colombian border 
(Figure 1), suggesting an imported initial origin of P. falciparum local transmission. 

Figure 1. Map of America showing Panamá within the Mesoamerican region (colored in yellow); to 
the right is a map of Panamá showing malaria health regions with active transmission based on the
cumulative number of Plasmodium falciparum and Plasmodium vivax cases between 2000 and 2019. 

Malaria surveillance in Panamá is carried out by a joint and coordinated effort between the
Departamento de Control de Vectores from the Ministry of Health (DCV-MoH) and Instituto 
Conmemorativo Gorgas de Estudios de la Salud (ICGES), the national reference diagnostic laboratory 
[11]. As stated by the national guidelines for malaria control, DCV-MoH performs the search of
suspected cases, blood sample collection, treatment and documentation of all cases detected via active 
and passive search, while ICGES is responsible for supervising microscopic diagnosis and
performing molecular diagnosis, as well as Plasmodium genotyping of special cases. Routinely, all 
positive slides, and 10% of the negative slides, are confirmed at the Public Health Central Reference
Laboratory by ICGES [11]. 

2.2. Plasmodium Diagnosis by Microscopy and PCR 

Capillary blood samples analyzed in this study were obtained by fingerprick from 
autochthonous and imported suspected malaria cases between 2002 and 2019. Blood samples were 
used to prepare thick blood smears and spotted onto filter paper for molecular analysis. Giemsa-
stained smears were examined for Plasmodium spp. and parasite density following the national 
guidelines for malaria control of the Ministry of Health of Panamá [11]. The presence of Plasmodium 
spp gametocytes in blood smears was also recorded. Parasitemia was classified as low, moderate or 
high according to the number of parasites observed per microscopic field [16]. To confirm P. 
falciparum positivity, we used a nested PCR that amplifies the small sub-unit ribosomal ribonucleic 

Figure 1. Map of America showing Panamá within the Mesoamerican region (colored in yellow);
to the right is a map of Panamá showing malaria health regions with active transmission based on the
cumulative number of Plasmodium falciparum and Plasmodium vivax cases between 2000 and 2019.

During the past decade, malaria cases have shown a marked seasonality with more cases occurring
during the rainy months [5,7,13]. Moreover, during this period, a disproportionate number of malaria
cases (~90%) have been concentrated in the so-called comarcas: semi-autonomous areas inhabited by
diverse indigenous groups that occupy 22% of the national territory and together represent around
12% of the total Panamanian population [7,15]. In relation to the species distribution in these malaria
hotspots, it is noteworthy that P. vivax infections have been widespread throughout the country,
whereas during the past decades, P. falciparum autochthonous transmission has only been observed
in communities located on the eastern side of the country near the Colombian border (Figure 1),
suggesting an imported initial origin of P. falciparum local transmission.

Malaria surveillance in Panamá is carried out by a joint and coordinated effort between the
Departamento de Control de Vectores from the Ministry of Health (DCV-MoH) and Instituto
Conmemorativo Gorgas de Estudios de la Salud (ICGES), the national reference diagnostic
laboratory [11]. As stated by the national guidelines for malaria control, DCV-MoH performs
the search of suspected cases, blood sample collection, treatment and documentation of all cases
detected via active and passive search, while ICGES is responsible for supervising microscopic diagnosis
and performing molecular diagnosis, as well as Plasmodium genotyping of special cases. Routinely,
all positive slides, and 10% of the negative slides, are confirmed at the Public Health Central Reference
Laboratory by ICGES [11].

2.2. Plasmodium Diagnosis by Microscopy and PCR

Capillary blood samples analyzed in this study were obtained by fingerprick from autochthonous
and imported suspected malaria cases between 2002 and 2019. Blood samples were used to prepare
thick blood smears and spotted onto filter paper for molecular analysis. Giemsa-stained smears were
examined for Plasmodium spp. and parasite density following the national guidelines for malaria
control of the Ministry of Health of Panamá [11]. The presence of Plasmodium spp gametocytes in
blood smears was also recorded. Parasitemia was classified as low, moderate or high according to the
number of parasites observed per microscopic field [16]. To confirm P. falciparum positivity, we used a
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nested PCR that amplifies the small sub-unit ribosomal ribonucleic acid (ssrRNA) genes, following a
slightly modified methodology from the protocol of Snounou et al. [17]. Specifically, in the second PCR
reaction, only specific primers for P. falciparum and P. vivax were included, as other Plasmodium spp.
(P. ovale, P. malaria and P. knowlesi) causing malaria in humans have not been reported in Panamá in
more than four decades [7]. All mixture and amplification conditions were previously described [17].

2.3. Plasmodium falciparum Genotyping

Genomic DNA was isolated from dried blood spots using a commercial kit (QIAamp DNA
mini kit, Qiagen, Hilden, Germany) following the protocol suggested by the manufacturer for dried
spot blood. Genetic diversity of confirmed P. falciparum samples was assessed by genotyping the
conventional molecular markers glurp, msp-1 and msp-2 [18]. For glurp and msp-1, a nested PCR approach
was performed with specific primers and methods as previously described [18]. All amplification
reactions were carried out in a total volume of 25 µl using the premixed solution PCR Nucleotide Mix
(Promega, Madison, WI, USA). Two microliters of the primary PCR product was used as template
for the nested reactions using specific primers for region 2 of msp-1 and the RII block of glurp [19].
Amplification products were observed on 2% agarose gels containing ethidium bromide, and their
sizes were estimated by visual inspection using a 100 bp DNA ladder as the molecular size marker
(Promega, Madison, WI, USA). Genotypes of glurp and msp-1 genes were assigned according to
the molecular weights of the amplified products. The detection of a single PCR fragment for each
locus indicated an infection with one parasite genotype and was classified as a monoclonal infection.
The presence of two or more different size bands in the same sample was considered as a polyclonal
infection. To minimize bias, gels were analyzed independently by at least two researchers and gels
were run with an appropriate molecular size marker for comparison.

For msp-2, a previously described Polymerase Chain Reaction–Restriction Fragment Length
Polymorphism (PCR-RFLP) approach was used to evaluate its allelic diversity (FC-27 and 3D7) [20].
Briefly, the nested PCR products were subjected to site-specific restriction enzyme digestion with Hinf
I (New England Biolabs, Ipswich, MA, USA) and analyzed on 2% agarose gels. Alleles were assigned
based on the restriction banding patterns observed [19]. Specifically, this strategy permits an initial
grouping in two distinct families, the FC27 type and the 3D7 type, which are characterized by the
presence of conserved fragments. Within each family, a diversity of alleles can be distinguished by
the size of variable fragments [20–22]. Haplotypes were assigned in sequential numerical orders by
combining the genetic variants detected in the three loci (glurp, msp-1 and msp-2) analyzed in this study.

A phylogenetic analysis based on the msp-2 partial sequence was further performed by the
maximum likelihood method. For this purpose, msp-2 nested PCR products from the block 3 region
amplified as previously described [20] were electrophoresed on a 1.5% agarose gel, purified using
Qiagen DNA purification kit (Qiagen, Hilden, Germany) and then directly sequenced in both directions
using an ABI Prism 3500 XL130 sequencer (Applied Biosystems, Foster City, CA, USA). The sequences
were edited and aligned with Sequencher 4.1.4 (Gene Codes Corporation, Ann Arbor, MI, USA)
and Molecular Evolutionary Genetics Analysis (MEGA) 7.0 software (Pennsylvania State University,
Center, PA, USA). Phylogenetic trees were constructed using MEGA 7.0 by the maximum likelihood
method with 1000 bootstrap replicates. Nucleotide sequences of msp-2 from this study were submitted
to GenBank.

2.4. Data and Statistical Analysis

The frequency of glurp, msp-1 and msp-2 alleles was calculated as the proportion of the allele
detected for each allelic family out of the total alleles detected. The frequency of polyclonal infection
was calculated based on the number of samples with more than one amplified fragment out of the
total samples. Single infections were those with only one allele per locus at all the genotyped loci.
Multiplicity of infection (MOI) was defined as the largest number of alleles at any locus.
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To analyze the pattern of association between haplotypes, built by combining genetic variants of
the loci under study with malaria epidemiological parameters, a multiple correspondence analysis
(MCA) was fitted with the command mca from the library MASS [23] using the statistical software R
version 3.6.1 (R Core Team, Vienna, Austria). Briefly, MCA is a tool that allows studying the association
between categorical variables and it is estimated by performing a singular value decomposition (SVD)
on a table with counts for categories from the different studied variables that co-occur across the
studied subjects [24]. Then, the original data can be projected into the two vectors associated with the
largest singular values from the SVD. The resulting values are “coordinates”, including centroids for
all levels from the different categorical variables considered in the analysis. The centroids are plotted
in two dimensions, thus allowing the evaluation of associations between categories from different
variables [23,24]. Associations are stronger as categories from different variables are together but farther
apart from the origin (coordinates 0,0 in the 2-D plot) which is the geometric point where random
associations are expected to appear [24]. Variables considered in this analysis were: geographical
location of cases, age (grouped in three categories, children: 1 to 5 years, infant: 6 to 15, and adult:
16 or more), gender (male or female), parasite load (without parasites, low, medium, high), gametocyte
presence, date (year), season (rainy or dry) and presumed origin of infection (autochthonous, including
the malaria case origin province/comarca, or imported, based solely on the patients travel history).

2.5. Ethical Statement

Since the resurgence of malaria in Panamá between 2002 and 2004, the DCV-MoH and ICGES began
a coordinated molecular surveillance of malaria cases with the goal of detecting and characterizing
parasites that carry genetic markers associated with drug resistance [11]. Retrospective molecular
analysis of the samples and the protocols used for molecular surveillance were approved by the
DCV-MoH (No. 374/DCV/ICG) and by the Comité de Bioética de la Investigación del Instituto
Conmemorativo Gorgas de Estudios de la Salud (No. 468/CNBI/ICGES/06 and No. 413/CNBI/ICGES/12).
The search of suspected cases, and the diagnostic, treatment and documentation procedures of each
malaria case (detected via active and passive search) were conducted by the DCV-MoH as part of the
routine surveillance system for malaria control. Epidemiological information was also obtained from
the DCV-MoH databases. The confidentiality of the study subjects with malaria was protected.

3. Results

The studied population included 106 P. falciparum-confirmed blood samples collected in Panama
between 2003 and 2019 as part of routine malaria surveillance. From this total number of samples,
81 (76.4%) were successfully amplified for glurp, 82 (77.4%) for msp-1 and 101 (95.22%) for msp-2. It was
possible to genotype 78 (73.6%) samples with the three combined genes. Among these 78 samples,
23 (~29.9%) were preliminarily considered as imported cases based solely on their travel history.

3.1. Allelic Frequency of glurp, msp-1 and msp-2

Four different alleles were identified for the glurp RII repeat region, coded as Genotypes I–IV.
Fragment size ranged from 800 to 1100 bp. Genotypes I (800 bp) and IV (1100 bp) were the most
common, present in 49.4% and 35.8%, respectively, of the samples analyzed for this marker. The other
two genotypes (II and III) were identified in 12 (14.8%) samples, mostly related to imported cases
(Figure 2 and Figure S1 and Table S1). No polyclonal infections were observed for this marker. Only two
alleles were detected for the msp-1 marker based on the amplified fragment sizes. Most samples (93.9%;
77/82) harbored msp-1 Genotype I (500 bp), and only five samples from suspected imported cases
displayed Genotype II (600 bp) (Figure 2 and Figure S1 and Table S1).
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Figure 2. Allelic frequencies of glurp (a), msp-1 (b) and msp-2 (c) genes and haplotypes (d) observed in
Plasmodium falciparum malaria endemic regions from Panamá and in imported cases based on patients’
travel history.

Restriction profile analysis of the msp-2 gene revealed that both allelic families were present in the
studied samples. A high proportion of samples carried the 3D7 allelic family (87.1%). Ten samples
(9.9%) harbored the FC27 family, from which seven were of imported origin. Three samples carried
both allelic families (Figure 2 and Table S1). In the autochthonous infections, no allelic variants were
detected within each family type based on the size of the variable fragments observed in the restriction
profile. However, in the assumed imported cases, polymorphisms were observed with banding
patterns difficult to interpret with our visual detection method. Thus, for this msp-2-RFLP approach,
genotypes were assigned to the allelic family level. Only single infections were observed for glurp
and msp-1 alleles, and three patients were detected by PCR-RFLP to have multiclonal infections at the
msp-2 genes (3.0%).

3.2. Haplotype Diversity and Distribution

Combining the three genes, from 78 samples with data available on the three loci, 12 different
haplotypes were identified (here named Haplotypes 1–12). Haplotype 1 (28.2%; 22/78) and Haplotype
3 (44.84%; 35/78) were the most prevalent and widespread. Haplotype 3 was detected in indigenous
patients from the three P. falciparum endemic regions in Panamá, as well as in imported cases from
different continents (Table 1, Tables S2 and S3, Figure 2). Two haplotypes were found exclusively
among indigenous malaria cases from the Guna Yala and Darién regions (H9 and H10). Interestingly,
the haplotype H2 was only detected in one imported case from Central Africa and in one indigenous
fatal case from Panamá Este (PF01) during the 2004 epidemic when a resurge of malaria was declared
in the country with the establishment of chloroquine-resistant P. falciparum transmission in the eastern
region [7]. The other haplotypes (H4, H5, H6, H7, H8, H11 and H12) were distributed solely
among presumed imported cases based on the travel histories declared by the patients (Table 1,
Tables S2 and S3, Figure 2).
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Table 1. Haplotypes diversity and distribution inferred by combining the alleles detected in the
three loci (glurp, msp-1 and msp-2) in Plasmodium falciparum indigenous and imported cases based on
travel history.

Haplotype
Gene Alleles Case Origin

No Total
glurp msp-2 msp-1 Indigenous No Imported

1 1100 bp 3D7 500 bp Panamá Este 17 Africa 3 22
Darién 2

2 1100 bp 3D7/FC27 500 bp Panamá Este 1 Central
Africa 1 2

3 800 bp 3D7 500 bp Guna Yala 26 South
America * 1

Darién 3 Egypt 1
Panamá Este 1 Tanzania 1 35

Zimbabwe 1
Africa ** 1

4 1100 bp FC27 500 bp Haiti 1 2
Zimbabwe 1

5 1000 bp FC27 500 bp Philippines 1 2
India 1

6 900 bp FC27 500 bp China 1 2
Africa 1

7 1000 bp 3D7 500 bp Colombia 1 3
Nigeria 1

Equatorial
Guinea 1

8 1100 bp 3D7 500 bp West Africa 1 1

9 800 bp 3D7/FC27 500 bp Guna Yala 1 1

10 800 bp FC27 500 bp Darién 2 4
Guna Yala 2

11 1000 bp 3D7 600 bp Cameroon 2 3
India 1

12 1100 bp FC27 600 bp Cameroon 1 1
Total 55 23 78

* Patient reported to have traveled recently to many countries in South America (Venezuela/Guyana /Colombia) before
entering Panamá via Guna Yala. ** Patient reported to have traveled recently to the Philippines and Mozambique.

3.3. Multiple Correspondence Analysis

The MCA analysis showed that high parasitic loads in samples from male adults and without
gametocytes were evenly distributed across the studied samples (Figure 3). Haplotypes 4, 5, 6, 7, 8, 11
and 12 were exclusively imported. These haplotypes were mainly observed in 2009 (H4), 2010 (H5)
and across several years (2008, 2009, 2010, 2013, 2014, 2015, 2017, 2018 and 2019) for H6, H7, H8, H11
and H12. Haplotype H10 was primarily associated with the rainy season of 2003 and detected in
Darien. Haplotype H1 was strongly associated with samples from Panamá Este taken in 2007 and
2011 in patients with low parasitemia and with gametocytes. Haplotypes H3 and H9 were strongly
associated with the Guna Yala region, collected in female children and infants, with medium parasite
loads in the dry season of 2004.
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Allelic frequencies for the msp-2 gene were further analyzed by sequencing the nested PCR 
products [20]. DNA sequencing of the msp-2 block 3 region was successful in 42 samples from this 
study: 33 considered indigenous and 9 imported based on epidemiological data from the DCV-MoH. 
The size of the sequenced fragments ranged between 400 and 600 bp. Initial phylogenetic analysis 
clearly separated both msp-2 allelic families: 9 samples for FC27 and 33 samples for 3D7. Phylogenetic 
tress for FC27 and 3D7 were constructed and analyzed separately. 

To determine the genetic relatedness between the P. falciparum samples evaluated in this study, 
the msp-2 partial sequences were aligned and compared with previously published msp-2 sequences 
from Latin America and from various geographic localities where the presumed imported cases 
originated. The final phylogenetic analysis contained 63 sequences, including 42 from this study and 
21 reference sequences accessed from GenBank (Figures 4 and 5). Complete nucleotides alignment 
for both allelic families is available upon request. 

The phylogenetic tree from sequences that belong to 3D7 showed that representative indigenous 
isolates from the three P. falciparum endemic regions in Panamá (GenBank accession number 
MW165229-MW165261) grouped together with other reference sequences from Asia, Africa and 
South America (Figure 4). Only two indigenous P. falciparum isolates from Panamá Este (MW165232 
and MW165233) were closely related to the only reference sequences representative for the 
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Figure 3. Multiple correspondence analysis. In the plot, the coordinates for each studied subject are
presented by gray circles, and the dashed lines cross at the origin of the plot. Text in black indicates
the centroids for the different categories of the studies variables which included: A (Age) (Child, Inf:
Infant, Adult); Sex (M: Male, F: Female), S (Season) (Rainy, Dry), G (Gametocyte Presence) (Yes or No),
PL (Parasite Load) (High, Medium, Low and NP for no parasites); O (Origin) (D: Darien, PE: Panamá
Este, GY: Guna Yala, Imported); CY (Collection Year); and Haplotype (1 to 12). The correlation for
Axis 1 was 0.611 and for Axis 2 it was 0.579, with both axes explaining up to 17.10% of the variance
in the data. To ease visualization, Axis 2 coordinates of CY 2010, 2018 and 2019 were changed by,
respectively, adding the following values: +0.002, −0.0015 and +0.002.

3.4. Msp-2 Sequencing and Phylogenetic Analysis

Allelic frequencies for the msp-2 gene were further analyzed by sequencing the nested PCR
products [20]. DNA sequencing of the msp-2 block 3 region was successful in 42 samples from this
study: 33 considered indigenous and 9 imported based on epidemiological data from the DCV-MoH.
The size of the sequenced fragments ranged between 400 and 600 bp. Initial phylogenetic analysis
clearly separated both msp-2 allelic families: 9 samples for FC27 and 33 samples for 3D7. Phylogenetic
tress for FC27 and 3D7 were constructed and analyzed separately.

To determine the genetic relatedness between the P. falciparum samples evaluated in this study,
the msp-2 partial sequences were aligned and compared with previously published msp-2 sequences
from Latin America and from various geographic localities where the presumed imported cases
originated. The final phylogenetic analysis contained 63 sequences, including 42 from this study and
21 reference sequences accessed from GenBank (Figures 4 and 5). Complete nucleotides alignment for
both allelic families is available upon request.
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Figure 4. Phylogenetic tree constructed from Plasmodium falciparum msp-2 gene block 3, 3D7 allelic
family nucleotide sequences. Sequences from this study are in colored circles (green: imported; red:
Panama Este; yellow: Darien, and blue: Guna Yala). The evolutionary history was inferred by using the
maximum likelihood method and general time reversible model. The tree with the highest log likelihood
(−2022.53) is shown with a discrete gamma distribution used to model evolutionary rate differences
among sites (5 categories (+G, parameter = 1.0259)). The tree is drawn to scale, with branch lengths
measured in the number of substitutions per site. This analysis involved 42 nucleotide sequences.
There were 450 positions in the final dataset. Bootstrap values were calculated for 1000 replications.
Reference sequences are identified with their accession numbers and geographical location of parasite
isolates. The tree was rooted using the reference sequence (AF0110457.1) of msp-2 FC27 as an out-group.
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Figure 5. Phylogenetic tree constructed from Plasmodium falciparum msp-2 gene block 3, FC27
allelic family nucleotide sequences. Sequences from this study (MW192049, MW192051, MW192052,
MW192054, MW192055, MW192056, MW192057, MW192059, MW192061) are in colored circles (green:
imported; yellow: Darien, and blue: Guna Yala). The evolutionary history was inferred by using
the maximum likelihood method based on the Tamura–Nei model. The tree with the maximum
log likelihood (−885.3150) is shown. The percentage of trees in which the associated taxa clustered
together is shown next to the branches. The tree is drawn to scale, with branch lengths measured in the
number of substitutions per site. Bootstrap values were calculated for 1000 replications. This analysis
involved 21 nucleotide sequences. Reference sequences are identified with their accession numbers
and geographical location of parasite isolates. The tree was rooted using the reference sequence
(MG004319.1) of msp-2 3D7 as an out-group.

The phylogenetic tree from sequences that belong to 3D7 showed that representative indigenous
isolates from the three P. falciparum endemic regions in Panamá (GenBank accession number
MW165229-MW165261) grouped together with other reference sequences from Asia, Africa and
South America (Figure 4). Only two indigenous P. falciparum isolates from Panamá Este (MW165232 and
MW165233) were closely related to the only reference sequences representative for the Mesoamerican
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region (Honduras, JQ903603.1), suggesting that some P. falciparum populations circulating in Panamá
might have different genetic structures compared to the rest of the region. Within the FC27
analysis, local cases (MW192049, MW192056 and MW192061) grouped together with South American
reference samples from Colombia and Brazil and apart from branches containing samples from
India and Myanmar (Figure 5). No geographic clustering was observed among indigenous samples.
The presumed imported cases were distributed in different branches related to the geographical origin.
In general, our phylogenetic analysis confirmed the travel history of most imported cases.

4. Discussion

In line with regional agreements, Panamá has committed to eliminate malaria from all of its
territory by 2020 [1,25]. As the country moves towards this regional goal, many political, cultural and
biological challenges already identified still need to be properly addressed [1,7,26,27]. In this regard,
high-transmission areas where malaria has historically persisted have already been identified and can
now be targeted with appropriate interventions to reduce transmission [1,7,15]. Equally important
for the elimination goal is the assessment of imported malaria risk [28]. Panamá, as a biological
corridor joining South America with the rest of the Mesoamerican region, has permeable boundaries
that render the nation vulnerable to the entrance of migrants, some of them intending to reach the
United States or Canada. During the last decade, the demographic profile of Panama–Colombia
cross-borders has considerably diversified, with growing numbers originating from Africa and
Asia [7,29]. Both regions are known for the circulation of multidrug-resistant Plasmodium spp. strains,
posing an additional challenge, not only to Panamá’s national malaria program, but also to the regional
Mesoamerican malaria elimination plan [25]. Imported malaria cases by P. falciparum and P. vivax
have been confirmed in travelers entering Panamá from South America. During the last decade, more
P. falciparum imported than autochthonous cases have been detected in the country [7]. Moreover,
P. falciparum reintroduction in eastern areas of the country has been epidemiologically related to an
imported origin [10,13]. Previous studies have described that refugees and migrants from Africa
to North America are frequently infected with malaria, predominantly asymptomatic P. falciparum
infections [29–31], and asymptomatic patients can act as reservoirs and provoke malaria epidemics in
areas where the disease had previously been eliminated [32].

In general, the data and design of this study do not support the claim that P. falciparum local
cases originated from imported infections. However, an active molecular surveillance to identify
genotypes circulating along the border areas and an efficient cooperation between countries of the
region are particularly needed for monitoring malaria control interventions and understanding parasite
dynamics related to imported cases [28,33]. This is particularly true now that Mesoamerican countries
are actively involved in a malaria elimination campaign, and that the introduction of P. falciparum
chloroquine-resistant strains coupled with a high transmission vulnerability [34] of this region would
be a major drawback for this regional purpose.

In this context, the present study has identified a relatively high diversity in Panamanian samples
using three conventional molecular genes recommended to genotype P. falciparum (glurp, msp-1 and
msp-2). However, when these samples were disaggregated based on the travel history of the patients,
imported samples accounted for most of the observed genetic diversity. In fact, when combining
the three genes, most indigenous samples grouped in only two of the 12 haplotypes identified in
this study (H1 and H3)—a finding consonant with the low transmission of malaria in the country [7]
and the clonal structure of local infections described in previous studies [10]. Importantly, some of
these haplotypes were exclusively found in indigenous cases (H9, H10), while others (H4, H5, H6, H7,
H8, H11 and H12) were only observed among imported cases (Table 1, Tables S2 and S3, Figure 3).
However, due to the low number of indigenous samples analyzed in this study, we cannot rule out
the presence of these haplotypes in local cases. Within indigenous samples, the MCA analysis not
only evidenced a strong association of certain local haplotypes with their geographic distribution in
endemic areas, but also with relevant epidemiological parameters such as parasite load and presence
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of gametocytes (Figure 3 and Table S3). Altogether, this genetic information is key to understanding
the dynamics of disease transmission in the country and to develop effective methods to trace the
origin of infections by the NMEP towards the elimination goal.

In contrast with the rest of Mesoamerica, during recent decades, P. falciparum parasites circulating
in Panamá have been subjected to different drug pressures mostly because of changes in treatment
policies based on clinical and molecular findings [9,11,12]. This situation might have shaped the genetic
structure of P. falciparum in the country, and might explain why, except for Panama, Mesoamerica is
remarkably the only region in the world were autochthonous P. falciparum parasites are still sensitive
to CQ. Not surprisingly, the phylogenetic analysis did not group the Panamanian P. falciparum
samples with other Mesoamerican reference isolates (Figure 4). This could also reflect the effects
of immune-mediated balancing selection, which tends to decrease divergence between populations
relative to genes under directional or purifying selection [35]. However, this pattern might be due to a
lack of sequence data from Mesoamerican samples in our phylogenetic analysis. The limited number
of msp-2 P. falciparum reference sequences from Mesoamerica, available in public genetic databases,
might be due to the low transmission of P. falciparum when compared to P. vivax in Mesoamerica, but it
also might reflect the scarcity of groups conducting molecular epidemiology research in Mesoamerica.
In one of these studies, a similar low diversity was identified for the msp-2 gene in eleven P. falciparum
isolates from Honduras in Central America, all of them from the 3D7 family [36].

Knowing the geographical area where a patient becomes infected with Plasmodium spp. and
genotyping the parasites causing infections are essential to design and target elimination policies.
While the WHO recommends malaria infection origin classification as imported based on times
since potential parasite exposure, it is sometimes difficult to distinguish between local and imported
malaria based solely on the travel history. In many cases, because of the fear of deportation and/or
language barriers, extra-continental migrants are reluctant to describe the route they used to enter
the Panamanian border. Frequently, they enter South America via Ecuador and Brazil, countries
with relaxed visa requirements. From there, they begin a long and difficult journey through several
malaria endemic landscapes before reaching North America as their final destination [29]. In these
situations, phylogenetic analysis can provide additional information regarding the geographical
origin and relatedness between Plasmodium spp. infections in this mobile population. In this regard,
our phylogenetic analysis based on the msp-2 gene, in most cases, corroborates the imported status of
the P. falciparum infections that were presumed initially on their travel history (Figures 4 and 5).

Of the three molecular markers analyzed, glurp showed individually the highest diversity in
both autochthonous and imported samples, while msp-1 was the least polymorphic gene. The better
performance of glurp to detect genetic diversity in different epidemiological settings has been previously
described [37]. In fact, in this study, msp-1 and msp-2 showed low resolution power due to an almost
geographically uniform genotype in non-imported cases (Tables S1 and S3). In this line, it is important to
mention that a drawback of this study, and previous studies using similar molecular protocols [19–22,37],
is the assignment of allelic variants based on amplified DNA fragments size based on observations
from electrophoretic migration in gels. Factors such as gel quality, resolution of the method used to
analyze amplified fragments and visual vs. digital analysis can all add some degree of subjectivity to
the calling of alleles [37]. In our study, this was particularly troublesome when analyzing the variable
fragments in the msp-2 RFLP analysis. This is one of the reasons why we further sequenced this gene
for a more reliable approach to assign an allele within each allelic family. A further limitation of this
study was the lack of a sample size for a reliable determination of P. falciparum diversity in Panamá.

As countries of Mesoamerica approach malaria elimination and local transmission decreases,
more emphasis will be needed in tackling the threat of imported malaria. At present, four countries in
Mesoamerica (Costa Rica, El Salvador, Belize and Mexico) have been identified by the WHO as having
the potential to soon eliminate malaria [38]. In these countries, as in Panamá, an important proportion
of cases are found among migrant and mobile populations living in remote areas mostly near the
borders [39–42]. For regional elimination efforts to succeed, imported infections must be detected
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and treated rapidly. This involves an effective and coordinated regional collaboration, including the
implementation of standard, practical and affordable genotyping protocols for conducting a reliable
comparative analysis across countries, in order to accurately infer infection origin, drug resistance and
disease propagation patterns in the region.

5. Conclusions

This study has shown few multiclonal infections and low genetic diversity among locally
transmitted P. falciparum samples, echoing the low transmission intensity of this parasite observed
in Panamá, a pattern likely to be extended across Mesoamerica. In addition, several imported
cases, as expected, were genetically dissimilar to local infections and representative of more diverse
extra-continental lineages.

Supplementary Materials: Supplementary materials can be found at http://www.mdpi.com/2075-1729/10/12/319/s1.
Figure S1: Genotyping of Plasmodium falciparum infections by PCR amplification of: (a) Merozoite surface proteins 1
(msp-1), (b) Merozoite surface proteins 2 (msp-2) and (c) Glutamate rich protein (glurp), Table S1: Prevalence of
genotypes (msp-1, msp-2 and glurp alleles) by origin of the infection in patients from Panamá. Alleles of glurp and
msp-1 were classified by fragment length of the nested PCR products. Allelic families of msp-2 were identified by
PCR-RFLP (Hinf I), Table S2: Haplotypes diversity and distribution inferred by combining the alleles detected in
the three loci (glurp, msp-2 and msp-1) in Plasmodium falciparum indigenous and imported cases based on patients´
travel history, Table S3: Epidemiological data and genotyping results from samples analyzed in this study.
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