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Abstract

by naked eyes.

green while the negatives remained orange.

knowlesi in remote settings.

Background As an alternative to PCR methods, LAMP is increasingly being used in the field of molecular diagnostics.
Under isothermal conditions at 65 °C, the entire procedure takes approximately 30 min to complete. In this study, we
establish a sensitive and visualized LAMP method in a closed-tube system for the detection of Plasmodium knowlesi.

Methods A total of 71 malaria microscopy positive blood samples collected in blood spots were obtained

from the Sarawak State Health Department. Using 18s rRNA as the target gene, nested PCR and SYBR green | LAMP
assay were performed following the DNA extraction. The colour changes of LAMP end products were observed

Results L AMP assay demonstrated a detection limit of 10 copies/ulL in comparison with 100 copies/uL nested PCR.
Of 71 P knowlesi blood samples collected, LAMP detected 69 microscopy-positive samples. LAMP exhibited higher
sensitivity than nested PCR assay. The SYBR green | LAMP assay was 97.1% sensitive (95% Cl 90.2-99.7%) and 100%
specific (95% Cl 83.2-100%). Without opening the cap, incorporation of SYBR green | into the inner cap of the tube
enabled the direct visualization of results upon completion of amplification. The positives instantaneously turned

Conclusions These results indicate that SYBR green | LAMP assay is a convenient diagnosis tool for the detection of P

Keywords Knowlesi, LAMP, SYBR green |, Malaria, Molecular diagnostic

Background

Malaria is one of the global health diseases caused by
the deadly parasite Plasmodium spp. which requires
a rapid and reliable diagnosis tool. Goals have been
set world-wide to achieve the aim of malaria eradica-
tion programmes. In Malaysia, most malaria cases are
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contributed by Plasmodium knowlesi which was previ-
ously thought to only infect monkeys. This parasite has
now been shown to infect humans as well [1, 2].

Early and accurate malaria diagnosis is necessary to
enable effective treatment. Microscopic examination
is the gold standard in malaria diagnosis. However, the
limitation of microscopy in detection of low parasitaemia
samples is of great concern. The results can only be read
by experienced and well-trained personnel. Recently,
some rapid test kits were made available as a tool for
malaria diagnosis. However, malaria cases may be unde-
tected due to low parasitaemia and improper storage
conditions of the kits. The results may vary depending
on different types of rapid test kits used. Foster et al. [3]
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reported that patients with P knowlesi were misdiag-
nosed as Plasmodium falciparum by OptiMAL-IT test
kit or Plasmodium vivax by Paramax-3 test kits. Patients
with P knowlesi also could be misdiagnosed as non-
P vivax/non-P. falciparum with BinaxNOW® Malaria
kit. Misdiagnosis of Plasmodium spp. results in inac-
curate administration of anti-malarial drugs, leading to
increased severity of the disease [3].

In order to improve the sensitivity of the rapid test kits,
molecular methods are widely used. Nested PCR is highly
sensitive with a low detection limit of 1-5 parasites/uL
[4]. However, the long turnaround time and requirement
of expensive equipment and PCR reagents render this
method inadequate for routine diagnosis in low-resource
settings.

Therefore, isothermal nucleic acid amplification meth-
ods are an alternative to PCR in malaria diagnosis due to
the cheaper equipment required. LAMP-based assays are
the most widely reported among the isothermal meth-
ods [5]. Unlike PCR, which requires cycling parameters,
LAMP is able to amplify nucleic acids at a constant tem-
perature ranging from 60-65 °C. Further innovations of
this technology enable LAMP to be developed as a port-
able format for field use. The amplified products can be
visualized via visual judgment of the turbidity or fluores-
cence of the end products.

In this study, SYBR green I LAMP assay was designed
for the visual detection of LAMP products by direct
observation of the end products’ colour changes. SYBR
green I dye is a green fluorescent cyanine dye that has
high affinity for double stranded DNA as well as RNA.
During the amplification, SYBR green I dye will bind to
nucleic acid molecules and fluorescence increases upon
the accumulation of DNA molecules [6].

Methods

Sample collection and DNA extraction

A total of 71 malaria positive and 20 healthy blood sam-
ples collected in blood spots were obtained from the
Sarawak State Health Department for this study. Sam-
ples were collected dated from year 2015 to 2020. DNA
was extracted from blood spots using DNeasy® Blood
and Tissue Kit (Qiagen, Hilden, Germany) according to
the manufacturer’s protocol. The samples were examined
under a microscope prior to DNA extraction. Parasitae-
mia of the collected samples ranged from 0.30 to 3.87%
(15,000 to 179,000 parasites/uL). Ethics approval was
obtained from the Medical Research and Ethics Commit-
tee (MREC) of the Ministry of Health Malaysia (NMRR-
15-672-23975) and the Medical Ethics Committee of
University of Malaya Medical Centre (MEC Ref. No.
817.1). All malaria samples tested by LAMP or nested
PCR were collected prior to antimalarial treatment. All
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malaria samples collected were confirmed by microsco-
pist at the hospital and cross-checked by Medical Labo-
ratory Technician at the District Health Office.

Nested PCR

Species identification was carried out by nested PCR
targeting Plasmodium 18 small subunit ribosomal RNA
gene (18S rRNA). Primers used were synthesized accord-
ing to Snounou et al. [7] (Table 1). The cycling param-
eters and conditions have been described in a previous
study [8].

SYBR green | LAMP

The SYBR green I LAMP assay was conducted using the
primers targeted on the 185 rRNA gene that has been
described by Lau et al. [8]. The LAMP assay was per-
formed in a 25-pL reaction mixture that consisted of
5.7 uL distilled water, 2.5 puL of 10X isothermal amplifi-
cation buffer, 5.5 pL of MgSO,, 2.7 puL of dNTPs (New
England Biolabs, Ipswich, Massachusetts, United States),
4 pL of betaine (Sigma-Aldrich, St. Louis, Missouri,
United States), 40 pmol of FIP and BIP each, 10 pmol
of FLP and BLP each, 5 pmol of F3 and B3 each, and 1
uL of Bst 2.0 WarmStart DNA polymerase (New Eng-
land Biolabs, Ipswich, Massachusetts, United States).
The template consisted of 4 pL of extracted DNA from
blood spots. One pL of diluted SYBR green I (Sigma-
Aldrich, St. Louis, Missouri, United States) was placed
on the inner side of the tube. The closed-tube was then
incubated at 65 °C in a Loopamp Real-Time Turbidimeter
LA 500 (Eiken, Taiko-ku, Japan) for 30 min. At the end of
the reaction, the tubes were cooled to room temperature
and briefly spun to allow mixing of SYBR green I with the

Table 1 Primers involved in this study

Name of primers Sequence (5"to3") References
PCR primers
rPLUT TCAAAGATTAAGCCATGCAAGTGA  Snounou et al. [7]
rPLUS CCTGTTGTTGCCTTAAACTCC
PkF1140 GATTCATCTATTAAAAATTTGCTTC  Imwong et al. [9]
PkR1550 GAGTTCTAATCTCCGGAGAGA
AAAGA
LAMP primers
FIP GTTGTTGCCTTAAACTTCCTT Lauetal. [10]
GTGTTCTTGATTGTAAAGCTTCTT
AGAGG
BIP TGATGTCCTTAGATGAACTAGGCT
TTGCAAGCAGCTAAAATCGT
FLP TAGACACACATCGTT
BLP GCACGCGTGCTACACT
F3 CCATCTATTTCTTTTTTGCGTATG
B3 CAGTGGAGGAAAAGTACGAA
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amplified products. The colour changes were visualized
by the naked eyes. The kappa (k) statistics was applied to
calculate the agreement between the results observed by
the real-time turbidity meter and the colour changes.

Analytical sensitivity and specificity
The analytical sensitivity of the SYBR green I LAMP
assay was determined by amplifying the fragment via
PCR using outer LAMP primers (F3 and B3) and cloned
into pGEM-T vector (Promega, Madison, Wisconsin,
United States). The recombinant plasmids were extracted
using QIAprep Spin Miniprep kit (Qiagen, Hilden, Ger-
many) and sent for sequencing to validate its identity.
The detection limit of the SYBR green I LAMP assay
was determined by calculating the copy number of the
plasmid which was calculated based on the following
formula: number of copies = (amount of plasmid (ng) x
6.022x10%)/(length of plasmid (bp) x 1x10°x650). A
10-fold serial dilution of the plasmid (10° copies to one
copy) was performed with sterile distilled water. One pL
of each of the diluted DNA plasmids was used as the tem-
plate. LAMP assay was repeated twice for each dilution.
Meanwhile, the specificity of SYBR green I LAMP
assay was tested by using DNA template from 12 non-P.
knowlesi parasites (4 P. falciparum, 4 P. vivax, 3 Plasmo-
dium malariae and 1 Plasmodium ovale), 1 Toxoplasma
gondii, 2 Sarcocystis spp., 2 Brugia spp. samples. The
LAMP assay was repeated twice for each of the templates.

Clinical sensitivity and specificity

The clinical sensitivity and specificity of nested PCR and
the SYBR green I LAMP assay were evaluated using 71
P. knowlesi blood samples and 20 healthy donors with
microscopy as the reference method. Sensitivity was cal-
culated as (number of true positives)/(number of true
positives + number of false negatives), and specificity was
calculated as (number of true negatives)/(number of true
negatives +number of false positives). In addition, 95%
Confidence Intervals (95% CI) for both sensitivity and
specificity were calculated using MEDCALC® software
available at https://www.medcalc.org/calc/diagnostic_
test.php.

Results

The detection limit of the SYBR green I LAMP assay was
10 copies/uL. As each Plasmodium parasite will usually
carry 5-10 copies of 185 rRNA gene [9]. The detection
limit of this assay was 1-2 parasites/uL. The detection
limit of the SYBR green I LAMP assay was lower than
nested PCR, which had a detection limit of 10-20 para-
sites/uL of P. knowlesi, well below the threshold of detec-
tion by microscopy with ~ 30 parasites/uL.
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The analytical specificity of the SYBR green I LAMP
assay was tested using DNA of non-human malaria spe-
cies (Plasmodium coatneyi, Plasmodium cynomolgi,
Plasmodium fragile, Plasmodium brasilianum, and
Plasmodium inui), 12 non-P. knowlesi parasites (4 P. fal-
ciparum, 4 P. vivax, 3 P. malariae and 1 P. ovale), 1 Toxo-
plasma gondii, 2 Sarcocystis spp., 2 Brugia spp. samples.
The results showed that none of these samples were
amplified by SYBR green I LAMP assay. A representative
gel image of LAMP assay was shown in Additional file 1.

The colour changes between positive and negative sam-
ples were blind tested by at least five observers (Addi-
tional file 2). LAMP assay detection using real-time
turbidity meter and SYBR green I showed perfect agree-
ment with kappa value of 0.98.

A total of 71 microscopy positive samples were col-
lected from Sarawak State Health Department. Twenty
healthy donors were also collected from the same place.
None of the healthy donors exhibited any symptoms of
malaria. Out of 71 positive samples, 47 samples show
positive by nested PCR while 69 samples show positive
by SYBR green I LAMP assay (Additional file 3). Posi-
tive and negative reactions were indicated as green and
orange, respectively (Fig. 1). Two samples were detected
as negative by both nested PCR and SYBR green I LAMP
assay. We observed that sample with higher parasitaemia
were positive by both nested PCR and LAMP. However,
22 samples with low parasitaemia (<0.34%) were not
amplified by nested PCR. Both samples tested negative by
LAMP and nested PCR had relatively low parasitaemia
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Fig. 1 Detection of LAMP end products by colour changes. Positive

LAMP reaction changed to green colour (a) while negative LAMP
reaction remained orange (b)
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(0.3%). To further confirm the identity of the P. knowlesi
samples (negative for nested PCR but positive for both
microscopy and SYBR green I LAMP assay), these sam-
ples were subjected to a simple PCR amplification (using
F3 and B3 primers), the products were cloned into
pGEM-T vector (Promega, Madison, USA) and sent for
sequencing. Results show that these samples were 100%
similar to P. knowlesi.

For clinical sensitivity and specificity test, the SYBR
green I LAMP assay did not detect any of the negative
DNA samples. It was 97.1% sensitive and 100% specific
(Table 2).

The concentration of SYBR green I dye was optimized
by preparing different concentrations of SYBR green I
(1000X, 100X, 50X, 20X and 10X) were prepared from
stock (10,000X). One pL of diluted SYBR green I was
added to the tube with completed reaction. A positive
reaction results in a green colour as the dye intercalates
in the nucleic acid while the negative reaction remains
orange indicating no amplification has taken place. Fol-
lowing the experiment, 20X and 10X concentration of
SYBR green I showed positive results. In order to save
reagent and cost, 10X concentration of SYBR green I is
recommended to be used.

Discussion

Compared to microscopy, nested PCR was 66.2% sensi-
tive and 100% specific. The SYBR green I LAMP assay
exhibited higher sensitivity (97.1%) than nested PCR
(Table 2). Also, among the 71 collected P. knowlesi sam-
ples, the SYBR green I LAMP assay managed to detect
69 P knowlesi samples while nested PCR only detected
47 P knowlesi samples. The findings presented in this
study show the SYBR green I LAMP assay is more sen-
sitive than nested PCR for detection of P knowlesi.

Table 2 Overall sensitivity and specificity of the nested PCR and
LAMP assay

Methods  P.knowlesi Healthy Overall Overall
donor Sensitivity ~ Specificity
(%) (95% CI) (%) (95% CI)
Microscopy
Positive 71 0
Negative 0 20
Nested PCR
Positive 47 0 66.2 (54-77) 100 (83.2-100)
Negative 24 20
LAMP
Positive 69 0 97.1(90.2— 100 (83.2-100)
99.7)
Negative 2 20
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Additionally, the detection limit of P knmowlesi SYBR
green I LAMP assay was 10 copies which was lower than
nested PCR, which had a detection limit of 100 copies.
The nested PCR in this study may be hampered by sub-
optimal reaction conditions, including utilization of poor
quality Taq polymerase.

The F3 and B3 primers used here was 100% specific for
P. knowlesi. The primer sequences do not share sequence
identity with all other human malaria species including
closely related P. vivax [10]. The analytical specificity of
LAMP showed no cross-reactivity with non-P. knowlesi
parasites.

The diagnostic accuracy of LAMP assay was found
to be different when using different target genes for P
knowlesi. By using beta tubulin as target gene, Iseki et al.
managed to detect down to 100 copies/pL. DNA template
[11]. While Lau et al. managed to detect down to 10 cop-
ies/uL of DNA template by using AMA-1 as the target
gene. While using mitochondrial as the target gene, Brit-
ton et al. managed to detect 1.4 parasites/pL as lowest
detection limit [12]. The present study managed to detect
down to 10 copies/pL DNA template by using 18S rRNA
as target gene.

SYBR Green I was used as the fluorescence dye in
this study due to its visualization via observation col-
our changes is significant in comparison to other green
fluorescence dye such as calcein-manganese II chloride
(MnCl,) dye. Moreover, calcein-MnCl2 methodology is
less sensitive [13]. Results from the present study indicate
that 10X dilution of SYBR was optimal for this assay.

SYBR green dye is not recommended to be added
into the reaction mixture before the start of reaction as
it inhibits the reaction [14]. Therefore, SYBR green I is
suggested to be added into reaction tube upon the com-
pletion of the LAMP amplification. Green and orange
colour end products indicate positive and negative result,
respectively. The method from this study possess an
advantage over other published closed-tube LAMP assay.
Karthik et al. developed a closed-tube LAMP assay based
on agar dye capsule [15]. However, this method was tedi-
ous as it needed a high temperature to melt the molten
agar and required more materials to perform the LAMP
assay. The closed tube SYBR green I LAMP assay devel-
oped in the present study was simple and did not require
a lot of materials and time.

In 2011, Tao et al. reported an established visualized
closed-tube LAMP method for field detection of P. vivax
[16]. The method was performed by incorporation of a
microcrystalline wax-dye capsule containing the SYBR
Green I dye to a normal LAMP reaction prior to the ini-
tiation of the reaction. This microcrystalline wax-dye
capsule methodology is laborious, time consuming and
requires a PCR machine for wax melting if compared to
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SYBR green I LAMP assay in the present study. Thus,
the method in this study is highly potential to be devel-
oped for the use in resource-limited areas, specifically in
malaria endemic regions.

In the current format of SYBR green I LAMP assay,
carry-over contamination can be eliminated. It was
because the cap of the tube was not necessary to open
since the dye was added into inner cap of the tube prior
to the start of amplification. Following the amplification,
the tube was briefly spun to allow mixing of SYBR green
I with the amplified products. Positive and negative reac-
tion indicate green and orange colour, respectively that
can be visualized by naked eyes. The SYBR green I LAMP
developed here was different from other studies, at which
SYBR green I dye was added into the reaction tube upon
completed amplification [17, 18]. The SYBR green I
LAMP assay here also did not require the preparation of
agar-dye capsule or wax-dye capsule as in other studies.
This will help to save both timing and cost reagents.

Conclusions

Rapid, reliable, and species-specific diagnostic tools
are indispensable for effective control of malaria. Light
microscopy-based diagnosis to date is the gold standard
method. However, it demands technical expertise and
suffers low detection limits in field conditions. SYBR
green I LAMP assay is a robust method for the detection
of human P. knowlesi. Therefore, the SYBR green I LAMP
assay has potential for use in resource-limited settings.
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LAMP  Loop-mediated isothermal amplification
DNA Deoxyribonucleic acid
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Authors’ contributions

MYL contributed to the study design, data analysis and interpretation and was
a major contributor in writing the manuscript. CHO and YLL were involved in
design of the study. All authors read and approved the final manuscript.

Funding
This study was supported by Long Term Research Grant Scheme (LRGS),
LR0O02D-2018 from the Ministry of Higher Education, Malaysia.

Page 5 of 6

Availability of data and materials
The data generated or analysed during this study are either included in this
published article.

Declarations

Ethics approval and consent to participate

Ethics approval was obtained from the Medical Research and Ethics Commit-
tee (MREC) of the Ministry of Health Malaysia (NMRR-15-672-23975) and the
Medical Ethics Committee of University of Malaya Medical Centre (MEC Ref.
No. 817.1).

Consent for publication
Not applicable.

Competing interests
MYL, CHO and YLL have no competing interests.

Received: 20 November 2020 Accepted: 17 March 2021
Published: 25 March 2021

References

1. Singh B, Daneshvar C. Plasmodium knowlesi malaria in Malaysia. Med J
Malaysia. 2018,65:166-72.

2. Vythilingam |, Yvonne ALL, Venugopalan B, Ngui R, Leong CS, Wong ML,
et al. Plasmodium knowlesi malaria an emerging public health problem
in Hulu Selangor, Selangor, Malaysia (2009-2013): epidemiologic and
entomologic analysis. Parasit Vectors. 2014;7:436.

3. Foster D, Cox-Singh J, Mohamad DSA, Krishna S, Chin PP, Singh B. Evalua-
tion of three rapid diagnostic tests for the detection of human infections
with Plasmodium knowlesi. Malar J. 2014;13:60.

4. Singh B, Lee KS, Matusop A, Radhakrishnan A, Shamsul SSG, Cox-Singh J,
et al. A large focus of naturally acquired Plasmodium knowlesi infections in
human beings. Lancet. 2004;363:1017-24.

5. NotomiT, Okayama H, Masubuchi H, Yonekawa T, Watanabe K, Amino N,
et al. Loop-mediated isothermal amplification of DNA. Nucleic Acids Res.
2000;28:€63.

6. Dragan Al, Pavlovic R, McGivney JB, Casas-Finet JR, Bishop ES, Strouse RJ,
et al. SYBR Green I: Fluorescence properties and interaction with DNA. J
Fluoresc. 2012;22:1189-99.

7. Snounou G, Viriyakosol S, Zhu XP, Jarra W, Pinheiro L, VE do Rosario,
et al. High sensitivity of detection of human malaria parasites by the
use of nested polymerase chain reaction. Mol Biochem Parasitol.
1993;61:315-20.

8. Lalremruata A, Jeyaraj S, Engleitner T, Joanny F, Lang A, Bélard S, et al.
Species and genotype diversity of Plasmodium in malaria patients from
Gabon analysed by next generation sequencing. Malar J. 2017;16:398.

9. Imwong, M., Tanomsing, N., Pukrittayakamee, S., Day, N.P, White, N.J,,
Snounou, G. Spurious amplification of a Plasmodium vivax small-subunit
RNA gene by use of primers currently used to detect P. knowlesi. J Clin
Microbiol. 2009;47:4173-5.

10. Lau YL, Lai MY, Fong MY, Jelip J, Mahmud R. Loop-mediated isothermal
amplification assay for identification of five human Plasmodium species
in Malaysia. Am J Trop Med Hyg. 2016;94:336-9.

11. IsekiH, Kawai S, Takahashi N, Hirai M, Tanabe K, Yokoyama N, et al. Evalu-
ation of a loop-mediated isothermal amplification method as a tool for
diagnosis of infection by the zoonotic simian malaria parasite Plasmo-
dium knowlesi. J Clin Microbiol. 2010;48:2509-14.

12. Britton S, Cheng Q, Grigg MJ, Poole CB, Pasay C, William T, et al. Sensitive
Detection of Plasmodium vivax using a high-throughput, colourimetric
loop mediated isothermal amplification (HtLAMP) platform: a potential
novel tool for malaria elimination. PLoS Negl Trop Dis. 2016;10:2€0004443.

13. Wastling SL, Picozzi K, Kakembo AS, Welburn SC. LAMP for human African
trypanosomiasis: a comparative study of detection formats. PLoS Neg|
Trop Dis. 2010;4:e865.


https://doi.org/10.1186/s12936-021-03707-0
https://doi.org/10.1186/s12936-021-03707-0

Lai et al. Malaria Journal (2021) 20:166

Goto M, Honda E, Ogura A, Nomoto A, Hanaki KI. Colorimetric detection
of loop mediated isothermal amplification reaction by hydroxy napthol
blue. BioTechniques. 2009;46:167-72.

Karthik K, Rathore R, Thomas P, Arun T, Viswas VN, Dhama K, et al. New
closed tube loop mediated isothermal amplification assay for prevention
of product cross-contamination. MethodsX. 2014;1:137-43.

Tao ZY, Zhou HY, Xia H, Xu S, Zhu HW, Culleton RL, et al. Adaptation of a
visualized loop-mediated isothermal amplification technique for field
detection of Plasmodium vivax infection. Parasit Vectors. 2011;4:115.
Zhang T, Wang C, Wei X, Zhao X, Zhong X. Loop-mediated isothermal
amplification for detection of Staphylococcus aureus in dairy cow suffer-
ing from mastitis. J Biomed Biotechnol. 2012;2012;435982.

Singh R, Singh DP, Savargaonkar D, Singh OP, Bhatt RM, Valecha N.
Evaluation of SYBR green | based visual loop-mediated isothermal
amplification (LAMP) assay for genus and species-specific diagnosis of
malaria in P. vivax and P. falciparum endemic regions. J Vector Borne Dis.
2017,54:54-60.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in pub-
lished maps and institutional affiliations.

Page 6 of 6

Ready to submit your research? Choose BMC and benefit from:

fast, convenient online submission

thorough peer review by experienced researchers in your field

rapid publication on acceptance

support for research data, including large and complex data types

gold Open Access which fosters wider collaboration and increased citations

maximum visibility for your research: over 100M website views per year

K BMC

At BMC, research is always in progress.

Learn more biomedcentral.com/submissions




	Validation of SYBR green I based closed‐tube loop‐mediated isothermal amplification (LAMP) assay for diagnosis of knowlesi malaria
	Abstract 
	Background 
	Methods 
	Results 
	Conclusions 

	Background
	Methods
	Sample collection and DNA extraction
	Nested PCR
	SYBR green I LAMP
	Analytical sensitivity and specificity
	Clinical sensitivity and specificity

	Results
	Discussion
	Conclusions
	Anchor 17
	References


