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ABSTRACT

Background. Vibrio parahaemolyticus is the leading cause of bacterial seafood-borne
gastroenteritis in humans worldwide. To ensure seafood safety and to minimize the
occurrence of seafood-borne diseases, early detection of total V. parahaemolyticus
(pathogenic and non-pathogenic strains) and pathogenic V. parahaemolyticus (tdh*
and/or trh1* and/or trh2") is required. This study further improved a loop-mediated
isothermal amplification (LAMP) assay using xylenol orange (XO), a pH sensitive dye,
to transform conventional LAMP into a one-step colorimetric assay giving visible results
to the naked eye. LAMP-XO targeted rpoD for species specificity and tdh, trhl, and trh2
for pathogenic strains. Multiple hybrid inner primers (MHP) of LAMP primers for
rpoD detection to complement the main primer set previously reported were designed
by our group to maximize sensitivity and speed.

Methods. Following the standard LAMP protocol, LAMP reaction temperature for
rpoD, tdh, trhl, and trh2 detection was first determined using a turbidimeter. The
acquired optimal temperature was subjected to optimize six parameters including ANTP
mix, betaine, MgSOy, Bst 2.0 WarmStart DNA polymerase, reaction time and XO dye.
The last parameter was done using a heat block. The color change of the LAMP-XO
result from purple (negative) to yellow (positive) was monitored visually. The detection
limits (DLs) of LAMP-XO using a 10-fold serial dilution of gDNA and spiked seafood
samples were determined and compared with standard LAMP, PCR, and quantitative
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PCR (qPCR) assays. Subsequently, the LAMP-XO assay was validated with 102 raw
seafood samples and the results were compared with PCR and qPCR assays.

Results. Under optimal conditions (65 °C for 75 min), rpoD-LAMP-XO and tdh-
LAMP-XO showed detection sensitivity at 10> copies of gDNA/reaction, or 10 folds
greater than trh1-LAMP-XO and trh2-LAMP-XO. This level of sensitivity was similar
to that of standard LAMP, comparable to that of the gold standard qPCR, and 10-100
times higher than that of PCR. In spiked samples, rpoD-LAMP-XO, tdh-LAMP-XO,
and trh2-LAMP-XO could detect V. parahaemolyticus at 1 CFU/2.5 g spiked shrimp.
Of 102 seafood samples, LAMP-XO was significantly more sensitive than PCR (P <
0.05) for tdh and trh2 detection and not significantly different from qPCR for all genes
determined. The reliability of tdh-LAMP-XO and trh2-LAMP-XO to detect pathogenic
V. parahaemolyticus was at 94.4% and 100%, respectively.

Conclusions. To detect total and pathogenic V. parahaemolyticus, at least rpoD-LAMP-
XO and trh2-LAMP-XO should be used, as both showed 100% sensitivity, specificity,
and accuracy. With short turnaround time, ease, and reliability, LAMP-XO serves as a
better alternative to PCR and qPCR for routine detection of V. parahaemolyticus in
seafood. The concept of using a one-step LAMP-XO and MHP-LAMP to enhance
efficiency of diagnostic performance of LAMP-based assays can be generally applied
for detecting any gene of interest.

Subjects Aquaculture, Fisheries and Fish Science, Food Science and Technology, Microbiology,
Molecular Biology, Infectious Diseases

Keywords Loop-mediated isothermal amplification-xylenol orange (LAMP-XO),

V. parahaemolyticus, Seafood, Rapid detection, Colorimetric technique

INTRODUCTION

Seafood products are widely consumed globally and play an important role in the
economic market. Even though seafood consumption is suggested as a part of a healthy
diet (Hosomi, Yoshida & Fukunaga, 2012), several pathogens related with adverse human
health effects including gastrointestinal diseases are present in seafood (Choudhury et al.,
2022). Because of the growth in global consumption of seafood products, inspection
of seafood quality is the primary way to inhibit contamination from seafood-borne
pathogens (FAO, 2020; Choudhury et al., 2022). Among seafood-borne pathogens,
Vibrio parahaemolyticus, a Gram-negative, rod-shaped bacterium, is a leading cause
of seafood-borne bacterial gastroenteritis in humans. Global gastroenteritis caused by
V. parahaemolyticus is normally due to consumption of raw or undercooked contaminated
seafood, especially shellfish (Raszl et al., 2016; Centers for Disease Control and Prevention ,
2019). Vibrio parahaemolyticus is naturally present in marine environments globally. It is
often associated with aquatic products as well as shellfish, shrimp, and fish (Letchumanan
et al., 2019; Changsen et al., 2023). This bacterium accounts for a considerable increase of
seafood-borne infections worldwide (Letchumanan, Chan ¢ Lee, 2014).

Vibrio parahaemolyticus possesses different virulence factors. The major ones are
thermostable direct hemolysin (TDH) encoded by the tdh gene and TDH-related
hemolysins (TRH) encoded by the trh gene, both of which are present mostly in clinical
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strains (Raghunath, 2015; Cai ¢ Zhang, 2018). TDH is a heat-resistant, pore-forming toxin
comprising of 156 amino acids (Li ef al., 2019). It forms pores on erythrocyte membrane,
allowing water and ions to flow through the membrane leading to erythrocyte lysis.

It also exerts several mainly biological activities including cytotoxicity, cardiotoxicity,
and enterotoxicity (Cai ¢ Zhang, 2018). TRH is a heat-labile toxin composing of 189
amino acids. It has similar biological activities to the TDH (Honda, Ni & Miwatani, 1988;
Nishibuchi et al., 1989). The trh and tdh genes share 54.8—68.8% identity in their sequences
(Kishishita et al., 1992). The trh gene can be subdivided into trh1 and trh2 which share 84%
homology (Nishibuchi et al., 1989; Kishishita et al., 1992). It is known that all pathogenic
V. parahaemolyticus strains harbor tdh and/or trh genes while the non-pathogenic strains
lack both tdh and trh genes (Honda ¢ Tida, 1993; Nishibuchi ¢ Kaper, 1995). Therefore, tdh
and trh genes are considered as molecular markers for V. parahaemolyticus pathogenicity.

Many V. parahaemolyticus infections are epidemiologically related with seafood
consumption, especially shellfish contaminated with pathogenic strains (Rasz! et al., 2016).
Accordingly, controlling V. parahaemolyticus contamination in seafood can effectively
prevent seafood-borne diseases. Moreover, ecological and epidemiological surveillance on
the prevalence of pathogenic V. parahaemolyticus strains is needed since virulence genes can
be horizontally transferred to non-virulent strains (Waldor ¢ Mekalanos, 1996). Several
methods are available for detection of tdh and trh genes of V. parahaemolyticus including
polymerase chain reaction (PCR), quantitative PCR (qPCR), and droplet digital PCR.
However, these advanced methods are time-consuming and need expensive apparatus,
expensive reagents as well as trained personnel (Xu et al., 2018; Lei et al., 2020; Guan
et al., 2021). Therefore, developing a simple diagnostic method with high sensitivity and
specificity would be essential.

Loop-mediated isothermal amplification (LAMP), a DNA-based amplification assay
that amplifies nucleic acids under a single temperature is one such tool, having the potential
to be a DNA-based point-of-care (POC) diagnostic method (Notomi et al., 2000). Unlike
PCR and qPCR, LAMP assay can be done in a heat block or water bath. Recently, many
LAMP assays have been employed to detect tdh and trh genes of V. parahaemolyticus
(Yingkajorn et al., 2014; Yan et al., 2017; Anupama et al., 2021). In general, the detection of
LAMP products/amplicons can be done via (1) a direct observation of the white precipitate
(turbidity) of magnesium pyrophosphate, Mg,P,07, (a by-product of LAMP reaction)
and (2) indirect methods including, turbidity measurement by a turbidimeter (EIKEN
Co. Ltd.), fluorescent observation under UV light, agarose gel electrophoresis (AGE),
and lateral flow dipstick (LFD) detection (Mori et al., 2001; Prompamorn et al., 2011;
Wong et al., 2018). However, the direct method monitoring with the naked eye can give
ambiguous readout, especially in weakly positive samples. Although this weakness can be
avoided by using a turbidimeter or a UV light transilluminator, such devices are costly and
required additional steps to work on (Wong et al., 2018). Likewise, AGE and LFD require
additional costs, post-amplification steps and opening of a reaction tube, thereby risking
possible cross-contamination. To overcome these drawbacks and to improve the overall
diagnostic performance of direct LAMP assay readout, a simpler colorimetric method was
explored. In 2019, Jaroenram, Cecere ¢ Pompa (2019) exploited xylenol orange (XO) to
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detect Escherichia coli DNA. The XO is a low-cost pH indicator whose color changes from
violet to yellow at pH < 6.7, allowing a chance to detect the progress of LAMP reaction
directly via the naked eye. To illustrate, during LAMP amplification, large amounts of
Mg, P,07 and protons (H") are generated, resulting in a significant pH drop from initial
alkaline pH values (8.5-9.0) to a final acidic pH value of approximately 6.0-6.5 when LAMP
reaction is performed in low concentrations of buffer or non-buffered solution (Tanner,
Zhang & Evans Jr, 2015). In the presence of XO, the presence of target DNA in test samples
will trigger the change of the reaction hue from purple to yellow (positive readout/LAMP
amplicon buildup). A lack of detection targets will present the original violet hue of the
reaction (negative result). The result can be seen easily by the naked eye. To the best of
our knowledge, LAMP-XO strategy has not been applied to detect Vibrio spp. Herein, we
have developed LAMP-XO assay, and validated whether it would rapidly, sensitively, and
accurately detect total V. parahaemolyticus (pathogenic and non-pathogenic strains) and
pathogenic V. parahaemolyticus (tdht and/or trh1™ and/or trh2") in raw seafood. Based
on 102 raw seafood samples, the assay is as efficient as the existing molecular assays but
cheaper, faster, and easier to use, thus more suitable for point of care (POC) testing.

MATERIALS & METHODS

Bacterial strains, culture conditions, and genomic DNA

template preparation

Vibrio parahaemolyticus reference stains, DMST 15285 (tdh™/trh™) (obtained from

the Department of Medical Science, Ministry of Public Health, Nonthaburi Province,
Thailand), TISTR 1596 or ATCC 17802 (tdh~/trh2T) (obtained from the Thailand Institute
of Scientific and Technological Research), and Vp10/5 (tdht/trh1™) (obtained from an
oyster, Chatuchak District, Bangkok, Thailand in 2018) were utilized as the positive
controls to optimize and validate LAMP-XO assay. The reference stains were cultured in 5
mL tryptic soy broth (TSB) (Merch KGaA, Darmstadt, Germany) supplemented with 2%
NaCl (BDH Poole, USA) in a shaking incubator at 250 rpm for 16 h at 37 °C. A volume
of three mL of the culture broth was transferred into a 1.5-mL microcentrifuge tube and
centrifuged at 10,000 rpm for 2 min to remove the supernatant. The pellet was resuspended
in Tris-EDTA (TE) buffer (Invitrogen, Grand Island, NY, USA), and subjected to genomic
DNA (gDNA) extraction using GenUP™ kit (Biotechrabbit, Berlin, Germany) according
to the manufacturer’s protocol. The gDNA concentration was measured using a nanodrop
(DS-11 FX+, spectrophotometer/fluorometer; DeNovix, Wilmington, DE, USA). The
gDNA solution was aliquoted and kept at —80 °C.

Sample collection, V. parahaemolyticus detection, storage,

recovery, and gDNA template preparation

A total of 102 raw seafood samples were used in this study. Of the 102 samples, 83 were
purchased from fresh markets and supermarkets in Bangkok, Thailand of which 30 and 53
were purchased in 2018 and 2021 to 2022, respectively. Of the 102 samples, 16 samples were
V. parahaemolyticus isolates obtained from Pacific white shrimp collected from different
shrimp farms in eastern Thailand in 2013 and three samples were V. parahaemolyticus
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isolates obtained from Pacific white shrimp collected from North Vietnam in 2016. Eighty
three samples purchased from markets comprised of six crabs (five blue swimming crabs and
one red swimming crab), 15 fish (five groupers, five giant sea perches, two mackerels, one
ornate threadfin bream, one bluefin tuna, and one salmon), 31 mollusc shellfish (15 oysters,
six green mussels, five blood cockles, two short-necked clams, two spiral babylon snails, and
one scallop), 21 shrimp (one giant tiger prawn and 20 Pacific white shrimp) and 10 squids
(six splendid squids, three octopuses, and one giant squid tentacle). For V. parahaemolyticus
detection of the purchased seafood, the samples were separately put into a sterile plastic bag
and taken to a laboratory in a cooler bag containing ice and were handled within 2 h after
sample purchasing. Briefly, 2.5 g of each sample was cut aseptically and immersed into 22.5
mL of TSB (Merch KGaA, Germany) supplemented with 2% NaCl (BDH Poole, Rahway,
NJ, USA) for bacterial enrichment. The sample was gently mixed by hand and incubated
at room temperature (RT) for 30 min before being removed from culture broth which was
further incubated at 37 °C for 16 h. A total of three mL of culture broth was subjected
to gDNA isolation. The extracted gDNA was used as a template for LAMP-XO, standard
LAMP, qPCR, and conventional PCR assays. For V. parahaemolyticus isolation, one loop full
of the culture broth was streaked onto thiosulfate-citrate-bile salts-sucrose agar (TCBSA)
(BD, Sparks, USA) on which V. parahaemolyticus produced opaque and blue-green color
with 2-3 mm in diameter colonies. The presumptive V. parahaemolyticus colonies were
picked up separately and transferred to CHROMagar ™ Vibrio (CHROMagar, Paris, France)
on which V. parahaemolyticus produced mauve color colonies. For long-term storage, a
single mauve colony of V. parahaemolyticus on CHROMagat™ Vibrio was cultured in TSB
(Merch KGaA, Germany) supplemented with 2% (w/v) NaCl (BDH Poole, Rahway, NJ,
USA) at 37 °C for overnight. A total of 400 L of 50% glycerol (Sigma-Aldrich, St.Louis,
MO, USA) and 600 pnL of an overnight culture were mixed aseptically in a sterile 1.5-mL
microcentrifuge tube and kept at —80 °C. For bacterial recovery, ice crystals on top of a
glycerol stock were aseptically scraped and transferred into TSB supplemented with 2%
NaCl and incubated in a shaker incubator at 37 °C with 250 rpm shaking for overnight. The
presumptive culture was subjected to species-specific rpoD-qPCR assay for confirmation
of species.

Optimization and validation of LAMP-xylenol orange assay
Optimization of LAMP-xylenol orange (LAMP-XO) assay was carried out using 4 sets
of previously described primers targeting four different genes: Set 1 for rpoD gene for
total V. parahaemolyticus (pathogenic and non-pathogenic strains) detection (Nermoto
etal., 2011; Lamalee et al., 2023) and sets 2—4 for tdh, trh1, and trh2 genes, respectively, for
V. parahaemolyticus pathogenic strain detection (Table 1) (Nemoto et al., 2009; Yamazaki
et al., 2010). The optimization for each gene was done separately. For rpoD detection, in
addition to the main primers utilized, we designed four additional primers (loop forward
and loop backward 2; F1c2 and Blc2, and forward inner and backward inner 2; FIP2
and BIP2) (Table 1) to further improve the reaction kinetics (Jaroenram et al., 2022). The
primers were examined for possible cross dimerization by basic local alignment search tool
(BLAST) (https:/blast.ncbi.nlm.nih.gov/Blast.cgi).
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Table 1 LAMP primers and conditions used in this study.

Primer Sequence (5" to 3') Target Concentration  Reference

name gene (pmol/pLL)

rpoD-FIP TGAATACGTCTAGCATCATTTCGTCGATCAATGAGTACGGCTACGA rpoD 20 Nemoto et al. (2011)
rpoD-BIP ACAGCAATGGATCGCGTTCCGATTTCTTCGGCATTTTGCC 20

rpoD-F3 ACCAGCTACGCAGCACA 20

rpoD-B3 CACTTGATTCGTTACCAGTGAATAGG 20

rpoD- LF GCAACGGTTGCTTTCGG 20

rpoD- LB GTTTGATCATGAAGTCTGTGG 20

Extra primer Lamalee et al. (2023)
rpoD-FIB2 TGGTGTTAGACGGAATTCTTTTCGATCAATGAGTACGGCTACGA 20

rpoD-BIP2 CACCTAGTGAACGAACTTCTTTTCGATTTCTTCCCCATTTTGCC 20

rpoD-F1c2 TGGTGTTAGACGGAATTC 20

rpoD-Blc2 CACCTAGTGAACGAACTTC 20

tdh-FIP CTTATAGCCAGACACCGCTGCGGTTGACATCCTACATGACTGTG tdh 40 Nemoto et al. (2009)
tdh-BIP CGGTCATTCTGCTGTGTTCGTTCTTCACCAACAAAGTTAGCTACAG 40

tdh-F3 GTCTCTGACTTTTGGACAAACCG 10

tdh-B3 CTACATTAACAAAATATTCTGGAGTTTCATCC 10

tdh-LF CCGCTGCCATTGTATAGTCTTT 40

tdh-LB CAGATCAAGTACAACTTCAACATTCCT 40

trh1-FIP AGGCTTGTTTTTTCTGATTTTGTGACTACACAATGGCTGCTCT trhl 40 Yamazaki et al. (2010)
trh1-BIP TCTTCTGTTAGTGATTTCGTTGGTTTTCATCCAAATACGTTACACT 40

trh1-F3 GCGCCTATATGACGGTAA 5

trh1-B3 ACATTGACGAAATATTCTGGC

trhi1-LF AGACCGTTGARAGGCC 20

trh2- FIP CCGATTGACCGTATACATCTTTGTTGTGGAGGACTATTGGACAA trh2 40 Yamazaki et al. (2010)
trh2- BIP TCAAAGTGGTTAAGCGCCTATATGCCATSTTTATAACCAGAAAGAGC 40

trh2- F3 CATCAATACCTTTTCCTTCTCC 5

trh2- B3 GCTTGTTTTCTCTGATTTTGTG

trh2- LF TGGTTTTCTTTTTATGKTTCGGT 20

trh2- LB ATGGTCAYAACTATACRATGGC 20

Briefly, the protocol (Table S1) was done in a 25-pL reaction mixture containing each

target-specific primer set (forward inner primer (FIP), backward inner primer (BIP),

forward outer primer (F3), backward outer primer B3), forward loop primer (LF), and
backward loop primer (LB)) at different amounts (Table 1), dNTP mix (New England
Biolabs, Ipswich, MA, USA), betaine (Sigma-Aldrich, St.Louis, MO, USA) MgSO4 (New
England Biolabs, Ipswich, MA, USA), Bst 2.0 WarmStart DNA polymerase (New England
Biolabs, Ipswich, MA, USA), 2.5 pL of 1x low-buffer solution with pH 8.5 (100 mM
(NH4),S04, 500 mM KCI, 20 mM MgSOy, and 1% Tween-20), and 1 pL of a gDNA
template. The final volume was adjusted to 25 wL using UltraPure™ distilled water (DW)
(Invitrogen, Grand Island, Germany). The negative control containing only DW (no gDNA
templates) was included in each run. LAMP reaction was done in a Loopamp Realtime
Turbidimeter LA-320C (Eiken Chemical Co Ltd, Tokyo, Japan) at a given condition
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(temperature and time) followed by DNA polymerase inactivation at 80 °C for 5 min.
Following this initial protocol, the optimal incubation temperature was first determined,
in that the LAMP reactions were carried out at various temperatures (60, 63, and 65 °C) for
75 min. The obtained optimal temperature was then subjected to optimizing six respective
parameters: ANTP mix (1.2-1.8 mM), betaine (0.2-0.8 M), MgSO, (4-10 mM), Bst 2.0
WarmStart DNA polymerase (6-12 U), reaction time (30, 45, 60, and 75 min), and XO dye,
(0.03-0.12 mM) (Table S2). The last parameter was performed in a heat block, and the result
was inspected visually. Color of LAMP-XO was changed from purple to yellow in a positive
test while color was still purple in a negative test. To confirm LAMP-XO results, LAMP
amplicons were analyzed by 3% agarose gel electrophoresis (AGE) (Vivantis, Malaysia),
stained with ethidium bromide (Invitrogen, Waltham, MA, USA) and visualized under
UV illumination. Each parameter used 1 L gDNA of 10° copies/juL/reaction as a template
except for the incubation temperature and time that used 1 pL aliquot of 10-fold serially
diluted DNA (10%,10°, 10%, 10 copies/pL) instead. The DNA copy has been calculated using
the formular “amount of DNA (ng) x 6.022 x 10?3/ length of a DNA template (bp) x

1 x 10° x 650" (https:/www.technologynetworks.com/ntools/copynumbercalculator). For
each primer set/target gene, any given temperature, time, and components’ concentration
that maximize DNA amplification based on signal intensities by the turbidimeter and the
degree of color change from purple (negative) to yellow (postitive) was selected to establish
the standard LAMP-XO protocol.

Standard LAMP assay

The standard LAMP assay was non-colorimetric, adopted from the standard LAMP protocol
suggested by New England Company Ltd. (https:/international.neb.com/protocols/2014/
06/17loop-mediated-isothermal-amplification-lamp). It was used as a control assay to
test the efficiency of LAMP-XO. Its reaction components were almost similar to those of
the optimized LAMP-XO, only excluding XO, and the low-buffer that was substituted by
1x ThermoPol-supplied reaction buffer (20 mM Tris-HCI, 10 mM (NH4),SO4, 10 mM
KCl, 2 mM MgSOy and 0.1% Triton X-100, pH 8.8). The LAMP reaction was performed
in a Loopamp Realtime Turbidimeter LA-320C (Eiken Chemical Co Ltd, Tokyo, Japan),
at 65 °C (75 min for rpoD, tdh, trhl, and trh2). The results were reported in a real-time
amplification plot format. For result confirmation, LAMP products were inspected using
3% AGE.

Conventional PCR assay

Conventional PCR assay was performed using species-specific foxR primers for

V. parahaemolyticus detection and tdh, trhl, and trh2 primers for V. parahaemolyticus
pathogenic strain detection (Table S3) (Tada et al., 1992; Kim et al., 1999; Messelhdusser
et al., 2010). PCR reaction was carried out in a 25-uL reaction mixture containing 12.5 pL
GoTaq® Green Master Mix solution (Promega, Madison, USA), 0.4 pM each forward
primer and backward primer for toxR, tdh, trh1, and trh2 primers and 1 pL of a gDNA
template. A final volume of a 25-pL reaction mixture was adjusted with UltraPure™ DW
(Invitrogen, Grand Island, Germany). The PCR amplification was done in T100 Thermal
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Cycler No. 186-1096 (Bio-Rad, Hercules, CA). PCR products were analyzed using 1.5%
AGE (Vivantis, Malaysia), stained with ethidium bromide (Sigma-Aldrich, St.Louis, MO,
USA) and observed under a UV light. A positive control and a negative control were
included in each run.

Quantitative PCR assay

A quantitative PCR (q-PCR) assay was done using species-specific rpoD primers for

V. parahaemolyticus detection and tdh, trhl, and trh2 primers for V. parahaemolyticus
pathogenic strain detection (Table S4) (Nemoto et al., 2009; Messelhdusser et al., 2010;
Yamazaki et al., 2010; Nemoto et al., 2011). A 20-uL reaction mixture consisted of 10 uL of
2x KAPA SYBR FAST qPCR Master Mix Universal (Sigma-Aldrich, St.Louis, MO, USA),
10 mM each forward primer and backward primer, and 1 pL aliquot of 20 ng/pL of a
gDNA template. A final volume was adjusted using UltraPure™ DW (Invitrogen, Grand
Island, Germany). The qPCR amplification was carried out in a Rotor-Gene Q R10116106
(Qiagen Hilden, Germany). A positive control, a negative control, and a standard curve
were included in each run.

Comparative detection limit of LAMP-XO, standard LAMP,
conventional PCR, and qPCR assays by gDNA

The concentrations of gDNA from the reference strains, DMST 15285, TISTR

1596 or ATCC 17802, and Vp10/5, were measured using a nanodrop (DS-11 FX+,
spectrophotometer/fluorometer; DeNovix, Wilmington, DE, USA) and subjected to
serial dilution in a 10-fold manner from 10~10° copies/pL. The DNA solution was used
as a template for LAMP-XO, standard LAMP, qPCR, and conventional PCR assays.

Comparative detection limit of LAMP-XO, standard LAMP,
conventional PCR, and qPCR assays by spiked seafood samples
Three Pacific white shrimp from a supermarket were sterilized by autoclaving. Lack

of V. parahaemolyticus contamination was later confirmed by a culture method using
TCBSA (Difco Laboratories, Sparks, MD, USA). Briefly, 2.5 g of each Pacific white shrimp
was spiked with one mL aliquot of a 10-fold serial dilution of overnight culture of V.
parahaemolyticus reference strains to generate inoculating levels of 10*~10° colony-forming
unit (CFU)/2.5 g sample. The inoculating levels were calculated based on the assumption
of ODggo = 1 = 8 x 108 CFU/mL. A negative control was a non-spiked sample. Each
sample was adjusted to 22.5 mL using TSB supplemented with 2% NaCl, mixed gently by
hands and stored at RT for 30 min. All samples were further incubated at 37 °C for 4 h
prior to gDNA extraction. The obtained gDNA was subjected to LAMP-XO, qPCR, and
conventional PCR assays.

Detection of total V. parahaemolyticus (pathogenic and non-pathogenic
strains) and pathogenic V. parahaemolyticus (tdh* and/or trh1* and/or
trh2%) in raw seafood samples by LAMP-XO and statistical analysis

For LAMP-XO validation using seafood samples, LAMP-XO reaction for each target

gene was carried out using optimal reagent concentrations and conditions as shown in
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Table2 LAMP-XO conditions, primers, and reagents’ concentrations.

Target gene Optimal parameter of LAMP-XO reaction in a final volume of 25 pL
Temperature dNTP mix MgSO, Betaine Bst Reaction XO Low
()] (mM) (mM) ™M) 2.0 WS DNA time (mM) buffer
polymerase (U) (min)
rpoD 65 1.6 8 0.8 8 75 0.06 1x
tdh 65 1.4 8 0.8 8 75 0.06 1x
trhl 65 1.2 8 0.8 8 75 0.03 1x
trh2 65 1.2 8 0.8 8 75 0.03 1x
Notes.

The concentrations of primers for each target gene are shown in Table 1.

Table 2. Final results of LAMP-XO validation were cross-compared with conventional
PCR and qPCR. Specimens were classified as true positive, true negative, false positive,
or false negative for each test under evaluation compared to qPCR as a gold standard.
The clinical sensitivity, specificity, positive predictive values (PPV), negative predictive
values (NPV), diagnostic accuracy, percent overall agreement (POA), and 95% ClIs of
LAMP-XO, conventional PCR, and qPCR assays were analyzed by SAS software (SAS
Institute Inc., Cary, NC, USA). The clinical sensitivity was calculated as (number of true
positives)/(number of true positives + number of false negatives) x 100, and the clinical
specificity was calculated as (number of true negatives)/(number of true negatives + number
of false positives) x 100. The PPV was calculated as (number of true positives)/(number of
true positives + number of false positives) x 100, and the NPV was calculated as (number
of true negatives)/(number of true negatives + number of false negatives) x 100. The
accuracy was calculated as (number of true positives + number of true negatives)/(total
number of patients) x 100. The degree of agreement between two diagnostic tests was
measured by the concordance response rate (percentage of responses with both positive or
both negative results). The POA indicates the percentage of relationship between varied
results of comparative and reference methods. Note that the clinical (statistical) sensitivity
refers to the ability of the validated assay to correctly identify real positive samples

(V. Parahaemolyticus contaminated samples), while the clinical (statistical) specificity
refers to the ability of the validated assay to correctly identify real negative samples (V.
Parahaemolyticus-free samples). The significant difference between two detection methods,
i.e., LAMP-XO and qPCR and LAMP-XO and conventional PCR for each gene was analyzed
with a McNemar chi-square test and a P value < 0.05 was considered significant.

RESULTS

Optimization of LAMP-XO assay conditions

LAMP reactions for each target gene (rpoD, tdh, trhl, and trh2) (Table 1) were performed
in a low-buffer solution (pH 8.5) based on the method previously reported to leverage
the effect of a pH drop for colorimetric product (Jaroenram, Cecere ¢ Pompa, 2019). Since
LAMP reaction standard temperatures range from 60—65 °C, the incubation temperature

Lamalee et al. (2024), PeerJ, DOI 10.7717/peerj.16422 9/24


https://peerj.com
http://dx.doi.org/10.7717/peerj.16422

Peer

Table 3 Comparative detection limit (DL) of LAMP-XO, standard LAMP, conventional PCR, and
qPCR assays using a 10-fold serial dilution of gDNA (10*-10° copies/reaction).

Primer 10-fold serial dilution of gDNA (10*-10° copies/reaction)
LAMP-XO Standard Conventional qPCR
LAMP PCR
toxR/rpoD 102 102 10° 10?
tdh 10? 10? 10* 10!
trhl 10° 10 10* 10?
trh2 10° 10° 10* 10?

at which a template could be best amplified was firstly optimized, followed by LAMP
reagents, reaction time, and XO concentrations (Table 52).

In the LAMP reaction cocktail, the optimal XO concentration would qualitatively
generate the most substantial colorimetric change from purple (negative) to yellow
(positive) upon a decrease in pH (< 6.7) in the presence of the LAMP reaction by-products.
The XO concentration producing the most distinctive color difference between the positive
and negative test results was selected (Table S5). Using a high XO concentration is a concern
since it interferes in a weak positive reaction. Overall, different target genes have different
components’ concentrations, except the incubation temperature (65 °C) and amplification
time (75 min) which is in common as reported in Table 2. The performance of optimal
LAMP-XO was compared with conventional PCR and qPCR assays (Table S6).

Comparative detection limit of LAMP-XO, standard LAMP,
conventional PCR, and gPCR assays using a 10-fold serial dilution of
gDNA

To test the analytical sensitivity of the assays, LAMP-XO, standard LAMP, PCR, and
gPCR assays were conducted for each target gene/primer set with the same set of a gDNA
template ranging from 10*-10° copies/reaction (Table 3, Fig. 1). Primers targeting rpoD
were used for total V. parahaemolyticus (pathogenic and non-pathogenic strains) detection
in LAMP-XO, standard LAMP, and qPCR assays while primers targeting toxR were used
for total V. parahaemolyticus (pathogenic and non-pathogenic strains) detection in PCR.
Primers targeting tdh, trhi, and trh2 were used for pathogenic V. parahaemolyticus (tdh™
and/or trh1%* and/or trh2™) detection. For LAMP-XO assay, rpoD and tdh primers indicated
positive amplification at 10°~10? copies, while trh1 and trh2 primers did at 10*~10> copies.
Thus, the DLs of the naked eye detection of LAMP-XO for rpoD and tdh genes were
102copies/reaction and for trhl and trh2 genes were 10° copies/reaction (Fig. 1A, top).
These colorimetric results were in agreement with those confirmed by AGE (Fig. 1A,
bottom). Standard LAMP assay determined DLs of 10? copies/reaction for rpoD and tdh
and 10° copies/reaction for trh1 and trh2 for both turbidity measurement (Fig. 1B, top)
and AGE (Fig. 1B, bottom). PCR produced DLs at 10° copies for toxR and 10* copies for
tdh, trh1, and trh2 (Fig. 1C), while qPCR assay produced DLs at 10! copies/reaction for tdh
and 10? copies/reaction for rpoD, trhl, and trh2 (Fig. 1D).
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Figure 1 Comparative sensitivity of LAMP-XO, standard LAMP, conventional PCR, and qPCR as-
says for the detection of total V. parahaemolyticus and pathogenic V. parahaemolyticus using 10*-10°
copies of gDNA/reaction. The rpoD primer was used for total V. parahaemolyticus detection in LAMP-
XO, standard LAMP, and qPCR assays while the toxR primer was used in PCR assay. The tdh, trhl, and
trh2 primers were used for pathogenic V. parahaemolyticus detection in all assays. (A) LAMP-XO assay
detected by the naked eye (top) and AGE (bottom); (B) standard LAMP assay detected by a turbidimeter
(top) and AGE (bottom); (C) conventional PCR assay detected by AGE; (D) Quantitative PCR (q-PCR)
assay. (A), (B), and (D) L1: 10* copies/reaction, L2: 10° copies/reaction, L3: 10* copies/reaction, L4: 10!
copies/reaction, L5: 10° copies/reaction; (C) L1-L3: 10* copies/reaction, L4-L6: 10° copies/reaction, L7-L9:

10% copies/ reaction; M: 1 kb DNA ladder, N: Negative control.
Full-size Gl DOI: 10.7717/peer;j.16422/fig-1

The LAMP-XO assay exhibited comparable DLs to standard LAMP for all 4 sets of
primers. Compared to conventional PCR, its DLs were 10 times more sensitive for foxR,
trh1, and trh2 and 100 folds greater for tdh. LAMP-XO also had equivalent DL to qPCR for
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Table 4 Comparative detection limit of LAMP-XO, standard LAMP, conventional PCR, and qPCR as-
says using a 10-fold serial dilution of spiked shrimp samples (10*~10° CFU/mL).

Primer 10-fold serial dilution of spiked samples (10~10° CFU/mL)
LAMP-XO Standard Conventional qPCR
LAMP PCR
toxR/rpoD 10° 10° 10° 10°
tdh 10° 10° 10! 10°
trhl 10° 10° 10° 10°
trh2 10° 10° 10° 10°

rpoD but 10 times less sensitive for tdh, trh1, and trh2. This finding demonstrated that the
LAMP-XO was as sensitive as standard LAMP and qPCR, but much more sensitive than
PCR.

Comparative detection limit of LAMP-XO, standard LAMP,
conventional PCR, and gPCR, assays using spiked shrimp samples
Prior to testing the analytical sensitivity of the assays, V. parahaemolyticus-negative shrimp
samples were separately spiked with the reference strains at the concentrations of 10*~
10° CFU/2.5 g spiked shrimp. Amplification of V. parahaemolyticus gDNA was not observed
by qPCR in a negative control (a non-spiked sample). The DL of LAMP-XO for rpoD,
tdh, and trh2 was 10° CFU/2.5 g spiked shrimp, and for trhI primers was 10° CFU/2.5 g
spiked shrimp (Table 4, Fig. 2A, top). All of the colorimetric results were in accordance
with the AGE results except for trh1 detection where AGE could detect down to 10? and
10! CFU/2.5 g spiked shrimp (Fig. 2A, bottom). However, no distinct positive (yellow)
test results were observed at these dilutions. The detection limits (DLs) of standard LAMP
(Fig. 2B) and qPCR assays (Fig. 2D) for all 4 sets of primers were 10° CFU/2.5 g spiked
shrimp whereas those of PCR were 10° and 10! CFU/2.5 g spiked shrimp for toxR and tdh,
respectively and 10° CFU/2.5 g spiked shrimp for trh1 and trh2 (Fig. 2C).

LAMP-XO assay revealed comparable DLs to standard LAMP and qPCR for rpoD,
tdh, and trh2 and 1,000 times less sensitive than that of qPCR for trh1. Compared to
conventional PCR, limits of LAMP-XO detection were 10 times more sensitive for tdh and
1,000 times more sensitive for trh2. These findings were in accordance with those using a
10-fold serial dilution gDNA which demonstrated overall LAMP-XO was more sensitive
than PCR whereas LAMP-XO sensitivity was comparable to those of standard LAMP and
qPCR except for trhl.

LAMP-XO assay for the detection of total V. parahaemolyticus
(pathogenic and non-pathogenic strains) and pathogenic

V. parahaemolyticus (tdh* and/or trh1* and/or trh2*) in raw seafood
samples

LAMP-XO assay efficacy was validated using 102 raw seafood samples purchased from
fresh markets and supermarkets and collected from shrimp farms in Thailand and North
Vietnam. The colorimetric results were compared with the results from PCR and qPCR.
Using qPCR as a gold standard, LAMP-XO and PCR assays identified 76/102 and 74/102
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Figure 2 Comparative sensitivity of LAMP-XO, standard LAMP, conventional PCR, and qPCR as-
says for the detection of total V. parahaemolyticus and pathogenic V. parahaemolyticus using 10*~10°
CFU/2.5 g spiked shrimp. The rpoD primer was used for total V. parahaemolyticus detection in LAMP-
XO, standard LAMP, and qPCR assays while the toxR primer was used in PCR assay. The tdh, trh1, and
trh2 primers were used for pathogenic V. parahaemolyticus detection in all assays. (A) LAMP-XO assay de-
tected by the naked eye (top) and AGE (bottom); (B) Standard LAMP assay detected by a turbidimeter
(top) and AGE (bottom); (C) Conventional PCR detected by AGE; (D) Quantitative PCR (q-PCR) assay.
L1: 10* CFU/2.5 g spiked shrimp, L2: 10° CFU/2.5 g spiked shrimp, L3: 10> CFU/2.5 g spiked shrimp, L4:

10' CFU/2.5 g spiked shrimp, L5: 10° CFU/2.5 g spiked shrimp, M: 1 kb DNA ladder, N: Negative control.
Full-size G DOI: 10.7717/peerj.16422/fig-2
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Table 5 Comparison of gPCR, LAMP-XO, and conventional PCR for V. parahaemolyticus detection (n = 102 seafood samples).

No. of results for

qPCR
Method Positive =~ Negative  Sensitivity, % Specificity, % PPV, % NPV, % Diagnostic POA (%)
and result (95% CI) (95% CI) (95% CI) (95% CI) accuracy (%)
qPCR
Positive 76 0
Negative 0 26 100 (95.3—-100) 100 (86.8—-100) 100 100 100 100
LAMP-XO
Positive 76 0
Negative 0 26 100 (95.3-100) 100 (86.8-100) 100 100 100 100
PCR
Positive 74 0
Negative 2 26 97.4 (90.8-99.7) 100 (86.8—100) 100 96.4 (87.0-99.0) 98.4 98.0

samples positive for V. parahaemolyticus contamination, respectively (Table 5). Thus,
the clinical sensitivity, specificity, PPV, NPV, diagnostic accuracy, and percent overall
agreement (POA) were 100% for all categories for LAMP-XO, but were 97.4%, 100%, 100%,
96.4%, 98.4%, and 98.0%, respectively, for PCR. No statistically significant difference was
observed for V. parahaemolyticus detection between qPCR and LAMP-XO and between
gPCR and PCR (P > 0.05).

For pathogenic strain detection, 76 samples positive for V. parahaemolyticus by a gold
standard qPCR were tested for tdh, trh1, and trh2 genes. LAMP-XO for tdh detection had
sensitivity, specificity, PPV, and NPV of 90.5%, 100%, 100%, and 88%, respectively. The
diagnostic accuracy and POA between LAMP and qPCR results were 94.4% and 97.4%,
respectively (Table 6). PCR for tdh diagnosis showed 38.1% sensitivity, 98.2 specificity,
96.8% PPV, and 52.4% NPV. The diagnostic accuracy and POA between PCR and qPCR
results were 62.7% and 81.6%, respectively (Table 6). No statistically significant difference
was observed for tdh detection between qPCR and LAMP-XO (P > 0.05) while there were
statistically significant differences between qPCR and PCR and between LAMP-XO and
PCR (P < 0.05).

LAMP-XO for trhl detection demonstrated 75% sensitivity, 100% specificity, 100%
PPV, and 73.5% NPV. The diagnostic accuracy, and POA between LAMP-XO and qPCR
results were 85.3% and 96.1%, respectively (Table 7). PCR for trhl detection exhibited
sensitivity, specificity, PPV, and NPV of 58.3%, 100%, 100%, and 62.5%, respectively.
The diagnostic accuracy and POA between PCR and qPCR results were 75.4% and 93.4%,
respectively (Table 7). No statistically significant difference was observed for trh1 detection
between qPCR and LAMP-XO and between gPCR and PCR (P > 0.05).

LAMP-XO for trh2 detection exhibited 100% for sensitivity, specificity, PPV, NPV,
diagnostic accuracy, and POA which were similar to those of QPCR. For #rh2 detection,
PCR revealed 55.6% sensitivity, 100% specificity, 100% PPV, and 61% NPV. The diagnostic
accuracy and POA between PCR and qPCR results were 73.8% and 89.5%, respectively
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Table 6 Comparison of gPCR, LAMP-XO, and conventional PCR for tdh detection in 76 V. parahaemolyticus-positive samples.

No. of results for

qPCR

Method Positive =~ Negative  Sensitivity, % Specificity, % PPV, % NPV, % Diagnostic POA (%)
and result (95% CI) (95% CI) (95% CI) (95% CI) accuracy (%)

qPCR

Positive 21 0

Negative 0 55 100 (83.9-100) 100 (93.5-100) 100 100 100 100
LAMP-XO

Positive 19 0

Negative 2 55 90.5 (69.6-98.8) 100 (93.5-100) 100 88 (66.1-96.5)  94.4 97.4
PCR*

Positive 8 1

Negative 13 54 38.1 (18.1-61.6)  98.2(90.3-100)  96.8 (80-99.7)  52.4 (44-60.7)  62.7 81.6

Notes.
2There was a statistically significant difference for tdh detection between qPCR and PCR and between LAMP-XO and PCR (P < 0.05).
Table 7 Comparison of qPCR, LAMP-XO, and conventional PCR for trh1 detection in 76 V. parahaemolyticus-positive samples.
No. of results for
qPCR

Method Positive ~ Negative  Sensitivity, % Specificity, % PPV, % NPV, % Diagnostic POA (%)
and result (95% CI) (95% CI) (95% C1I) (95% CI) accuracy (%)

qPCR

Positive 12 0

Negative 0 64 100 (73.5-100) 100 (94.4-100) 100 100 100 100
LAMP-XO

Positive 9 0

Negative 3 64 75 (42.8-94.5) 100 (94.4-100) 100 73.5(51.1-88.1)  85.3 96.1
PCR

Positive 0

Negative 64 58.3 (27.7-84.8) 100 (94.4-100) 100 62.5 (46.1-76.5) 75.4 93.4

(Table 8). The statistically significant difference was observed for trh2 detection between
gqPCR and PCR and between LAMP-XO and PCR (P < 0.05).

Overall, LAMP-XO vyielded results comparable to those of qPCR for rpoD, tdh, trhl,
and trh2 detection since no statistically significant difference was observed between the 2
methods. Compared to PCR, LAMP-XO significantly demonstrated greater performance
for tdh and trh2. For trh1, LAMP-XO was prone to have higher performance to PCR.
However, no statistically significant difference was observed for trh1 detection between the
2 methods.

Distribution of pathogenic genes in V. parahaemolyticus-positive
samples

Based on the results of a gold standard qPCR and the presence or absence of the tdh or
trh1 or trh2 toxin genes, the 76 V. parahaemolyticus-positive samples could be classified
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Table 8 Comparison of gPCR, LAMP-XO, and conventional PCR for trh2 detection in 76 V. parahaemolyticus-positive samples.

No. of results for

qPCR
Method Positive Negative Sensitivity, % Specificity, % PPV, % NPV, % Diagnostic POA (%)
and result (95% CI) (95% CI) (95% CI) (95% CI) accuracy (%)
qPCR
Positive 18 0
Negative 0 58 100 (81.5-100) 100 (93.8-100) 100 100 100 100
LAMP-XO
Positive 18 0
Negative 0 58 100 (81.5-100) 100 (93.8-100) 100 100 100 100
PCR*
Positive 10 0
Negative 8 58 55.6 (30.8-78.5) 100 (93.3—-100) 100 61 (48.3-72.4) 73.8 89.5
Notes.
2There was a statistically significant difference for #rh2 detection between qPCR and PCR and between LAMP-XO and PCR (P < 0.05).
Table 9 Characteristics of 76 V. parahaemolyticus isolates.
Genotype No. of
isolates (%)
tdh*/trh1™ /trh2~ 1(1.3%)
tdh* /trh1™ /trh2~ 6 (7.9%)
tdh* /trh1~ /trh2* 11 (14.5%)
tdh™ /trh1™ /trh2* 3 (3.95%)
tdh=/trh1t /trh2 2 (2.6%)
tdh™/trh1% /trh2™ 1(1.3%)
tdh™ /trh1~ /trh2* 3 (3.95%)

tdh~/trhl~ /trh2~

49 (64.5%)

into 8 groups: tdh™ /trh1™[trh2~, tdh™ [trh1t/trh2™, tdh™ [trh]~ [trh2, tdht[trh] T [trh2T,
tdh= [trh1 T /trh2™, tdh~ [trh 1T [trh2T, tdh=[trh1~/trh27T, and tdh~/trh1~/trh2~ (Table 9).
Most of V. parahaemolyticus isolates were tdh™/trh1~[trh2~ (64.5%, 49/76) and the
rest were pathogenic strains with tdh™ and/or trhi* and/or trh2*. Among pathogenic
strains (27 isolates), tdh™/trh1~/trh2" strains were predominant (11 isolates) followed by
tdh™ [trh1™/trh2~ (6 isolates), tdh™ /trh1™"/trh2t (3 isolates), tdh™/trh1~/trh2™ (3 isolates),
tdh=[trh1T/trh2~ (2 isolates), tdht/trh1~/trh2~ (1 isolate), and tdh~/trhIt/trh2T (1

isolate).

DISCUSSION

Hygiene problems with seafood from cross-contamination in the seafood harvesting period
from farm to fork lead to the increase of V. parahaemolyticus in the food chain (Hara-Kudo
& Kumagai, 2014). To assure the safe seafood supply and to prevent economic losses,

early monitoring and surveillance of V. parahaemolyticus are of utmost importance. In
this study, a colorimetric assay based on LAMP-XO (Jaroenram, Cecere & Pompa, 2019)
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was developed, evaluated, and validated as an effective molecular tool to detect total and
pathogenic V. parahaemolyticus in seafood. The factors, including the concentrations of
dNTP mix, betaine, MgSOy, Bst 2.0 WarmStart DNA polymerase, and XO as well as
reaction temperature and reaction time were optimized to obtain maximal amplification
for each target gene. To accelerate the reaction amplification, we attempted to design
the extra primers called multiple hybrid, inner primers (MHP) for rpoD, tdh, trhl, and
trh2 target genes. However, only MHP for rpoD were accomplished. The novel molecular
method called “MHP-LAMP” developed by our group could be used successfully to
increase the sensitivity and speed up the rpoD gDNA amplification (Lamalee et al., 2023).
The MHP for the other 3 target genes could not be designed due to the limitation of the
sequence length and sequence properties of the core primers.

Using a 10-fold serial dilution of gDNA, the DL of LAMP-XO for rpoD and tdh detection
was 102 copies/reaction and for trh1 and trh2, it was 10> copies/reaction. In sterilized Pacific
white shrimp spiked with known quantities of the reference strains, LAMP-XO detected
10° CFU/2.5 g spiked shrimp for rpoD, tdh, and trh2 and 10° CFU/2.5 g spiked shrimp
for trh1 within 4 h of pre-enrichment. Although no distinct positive (yellow) test results
of LAMP-XO were observed for trh1 at 10> and 10! CFU/2.5 g spiked shrimp, LAMP-XO
products were observed at these dilutions by AGE. The discrepancy between LAMP-XO
and AGE results was due to the fact that XO in LAMP reaction could not shift from
purple to yellow because pH of LAMP reaction was > 6.7 due to the low amount of LAMP
reaction by-products. These imply that the threshold of LAMP amplicons to trigger a
distinctive purple-to-yellow readout is higher than that to allow a clearly visible result on
AGE. Extending an incubation time to more than 90 min may help by promoting a color
result development. Unlike rpoD, tdh, and trh2 primers, the trhl primers lack of the LB
primer to accelerate the reaction amplification resulting the decrease of the sensitivity of
the trh1-LAMP-XO assay. When compared to conventional PCR, standard LAMP, and
qPCR as a gold standard method, our LAMP-XO yielded results comparable to standard
LAMP and qPCR except for trhl in spiked samples. However, the DL of LAMP-XO for
trh1 in spiked samples could be improved by increasing the reaction time to 90 min to
increase LAMP reaction amplification. Compared to conventional PCR, LAMP-XO had
greater sensitivity for tdh and trh2 detection.

For the detection of V. parahaemolyticus using a 10-fold serial dilution of gDNA, our
LAMP-XO demonstrated similar sensitivity to the study by Hu et al. (2021) (1.127 x 102
copies/reaction) and demonstrated higher sensitivity than that of the study by Liu et al.
(2017) (1.789 x 10° copies/reaction). For the detection of tdh using a 10-fold serial dilution
of gDNA, the LAMP-XO result had comparable sensitivity to that of the study by Anupama
etal. (2021) (1.82 x 10% copies/reaction). In spiked samples, the LAMP-XO result for
V. parahaemolyticus detection showed higher sensitivity than those of the previous studies
by Di et al. (2015) (2 CFU/g of 3-h spiked sample) and Zeng et al. (2014) (1.9 CFU/g of 6-h
spiked sample).

To confirm the clinical sensitivity, specificity, and accuracy of LAMP-XO assay, 102
raw seafood samples were used. The results revealed that the performance of LAMP-XO
assay for V. parahaemolyticus rpoD, tdh, trh1, and trh2 detection was comparable to a gold
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standard qPCR and significantly superior to conventional PCR for tdh and trh2 detection
as analyzed by a McNemar chi-square test. These results indicate that the LAMP-XO assay
developed in this present study is a better choice than PCR and qPCR for routine detection
of V. parahaemolyticus in naturally contaminated seafood samples and in environment
since this method does not require expensive equipment and well-trained personnel and
has a short turnaround time.

The occurrence of tdh and/or trh in environmental V. parahaemolyticus isolates is nor-
mally 1-10% depending on locations, sample sources, and detection methods (Raghunath,
2015). The LAMP-XO results showed that 35.5% (27/76) of V. parahaemolyticus detected
in this present study were pathogenic strains (tdh™ and/or trh1* and/or trh2*). The
tdh™ [trh1~ /trh2" strain was the most frequently observed (11/76;14.5%). In this finding,
the coexistence of trhl and trh2 were observed in tdh*/trhl */trh2t (3/76; 3.95%) and
tdh™ [trh1™/trh2" (1/76; 1.3%) strains. The tdh™ /trh1™/trh2" and tdh™ /trh1T/trh2™ strains
were obtained from fresh market and supermarket samples, respectively. However, previous
studies demonstrated that V. parahaemolyticus isolates carrying trh2 did not contain trhl
(Kishishita et al., 1992; Kongrueng et al., 2018). The discrepancy of the results is probably
due to mixed populations of V. parahaemolyticus carrying trhl and V. parahaemolyticus
carrying trh2 in the same samples since the detection of rpoD, tdh, trhl, and trh2 in these
4 samples was done directly from the seafood samples after enrichment. In this present
study, the number of trh™ V. parahaemolyticus was prone to be higher than that of tdh™ V.
parahaemolyticus.

It is worth noting that although we have reported the LAMP primer set (Lamalee et al.,
2023), this does not lower the value of the present study. This is because our previous
publication focuses on introducing the new concept of using additional hybrid LAMP
primers to enhance the diagnostic sensitivity of a typical LAMP assay, and validate
it at a proof-of-concept level by using rpoD-LAMP for V. parahaemolyticus detection
as a fundamental model. However, in our present study, we extended our finding by
transforming it into a colorimetric, xylenol orange (XO)-based LAMP assay with the
naked-eye readout format to enable simplicity yet having detection efficiency as a more
complicated PCR-based protocol. To the best of our knowledge, LAMP-XO has not been
applied to detect V. parahaemolyticus. This brings about the novelty of this study to some
extent. In addition, the significance of this study is that the LAMP-XO assay showed 100%
reliability in detecting both pathogenic and non-pathogenic V. parahaemolyticus (by rpoD
and trh2 genes) as well as discriminating them (by trh2 gene). Thus, they could bridge the
gap by complementing or replacing the current diagnostic methods as a quick and reliable
assay while confirmatory V. parahaemolyticus diagnosis are processed by slower and more
expensive conventional methods such as real-time PCR.

CONCLUSIONS

Global outbreaks caused by pathogenic V. parahaemolyticus are recurrent, emphasizing
the requirement for effective control of contaminants in seafood. The LAMP-XO assay
reported here is rapid, simple, practical, cost-effective, and as efficient as qPCR. Thus,
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this assay is suitable to facilitate surveillance for total V. parahaemolyticus (pathogenic and
non-pathogenic strains) and pathogenic V. parahaemolyticus (tdh™ and/or trh1™ and/or
trh2*) contamination in seafood, screening of contaminated seafood prior to consumption,
and examinations to detect the food poisoning causative agents. This assay is also useful
for ecological research related to environmental factors, seasons, areas, and practices. From
our experience, this assay can be further improved to make it more efficient for the weak
positive reaction, for example, by increasing the amplification time for #rh1 from 75 min to
90 min and increasing the XO concentration for ¢rh2 from 0.03 mM to 0.06 mM. The use
of a one-step LAMP-XO colorimetric assay together with the addition of the MHP based
on the previously reported core primer set are the concepts that can be applied to boost
sensitivity and rapidity of other existing LAMP-based assays. It could aid in reducing the
cost and time in redesigning a whole new primer set from the beginning.

ACKNOWLEDGEMENTS

We would like to thank the Institute of Food Research and Product Development, Kasetsart
University, Bangkok, Thailand, and the Department of Microbiology, Faculty of Science,
Mabhidol University, Bangkok, Thailand, for supplying all reagents and equipment.

We would also like to acknowledge Dr. Jennifer Elliman for reviewing and editing the
manuscript.

ADDITIONAL INFORMATION AND DECLARATIONS

Funding

This research project was supported by grants from the Kasetsart University Research
and Development Institute and the National Research Council of Thailand (NRCT). The
funders had no role in study design, data collection and analysis, decision to publish, or
preparation of the manuscript.

Grant Disclosures

The following grant information was disclosed by the authors:
Kasetsart University Research and Development Institute.
National Research Council of Thailand.

Competing Interests
The authors declare there are no competing interests.

Author Contributions

e Ackarin Lamalee performed the experiments, analyzed the data, prepared figures and/or
tables, and approved the final draft.

e Soithong Saiyudthong conceived and designed the experiments, performed the
experiments, authored or reviewed drafts of the article, and approved the final draft.

e Chartchai Changsen performed the experiments, prepared figures and/or tables, and
approved the final draft.

Lamalee et al. (2024), PeerJ, DOI 10.7717/peerj.16422 19/24


https://peerj.com
http://dx.doi.org/10.7717/peerj.16422

Peer

e Wansika Kiatpathomchai conceived and designed the experiments, authored or reviewed
drafts of the article, and approved the final draft.

e Jitra Limthongkul performed the experiments, prepared figures and/or tables, and
approved the final draft.

e Chanita Naparswad performed the experiments, prepared figures and/or tables, sample
collection, and approved the final draft.

e Charanyarut Sukphattanaudomchoke performed the experiments, prepared figures
and/or tables, sample collection, and approved the final draft.

e Jarinya Chaopreecha performed the experiments, prepared figures and/or tables, sample
collection, and approved the final draft.

e Saengchan Senapin performed the experiments, authored or reviewed drafts of the
article, sample collection, and approved the final draft.

e Wansadaj Jaroenram conceived and designed the experiments, analyzed the data,
prepared figures and/or tables, authored or reviewed drafts of the article, and approved
the final draft.

e Sureemas Buates conceived and designed the experiments, performed the experiments,
analyzed the data, prepared figures and/or tables, authored or reviewed drafts of the
article, and approved the final draft.

Data Availability
The following information was supplied regarding data availability:
The raw data are available in the Supplementary File.

Supplemental Information
Supplemental information for this article can be found online at http:/dx.doi.org/10.7717/

peerj.16422#supplemental-information.

REFERENCES

Anupama KP, Nayak A, Karunasagar I, Karunasagar I, Maiti B. 2021. Evaluation of
loop-mediated isothermal amplification assay along with conventional and real-
time PCR assay for sensitive detection of pathogenic Vibrio parahaemolyticus from
seafood sample without enrichment. Molecular Biology Reports 48:1009—-1016
DOI 10.1007/s11033-020-06116-9.

Cai Q, Zhang Y. 2018. Structure, function and regulation of the thermostable direct
hemolysin (TDH) in pandemic Vibrio parahaemolyticus. Microbial Pathogenesis
123:242-245 DOI 10.1016/j.micpath.2018.07.021.

Centers for Disease Control and Prevention. 2019. Vibrio species causing vibriosis.
Available at https://www.cdc.gov/vibrio/index.html.

Changsen C, Likhitrattanapisal S, Lunha K, Chumpol W, Jiemsup S, Prachumwat A,
Kongkasuriyachai D, Ingsriswang S, Chaturongakul S, Lamalee A, Yongkiettrakul
S, Buates S. 2023. Incidence, genetic diversity, and antimicrobial resistance profiles
of Vibrio parahaemolyticus in seafood in Bangkok and eastern Thailand. Peer]
11:15283 DOI 10.7717/peerj.15283.

Lamalee et al. (2024), PeerJ, DOI 10.7717/peerj.16422 20/24


https://peerj.com
http://dx.doi.org/10.7717/peerj.16422#supplemental-information
http://dx.doi.org/10.7717/peerj.16422#supplemental-information
http://dx.doi.org/10.7717/peerj.16422#supplemental-information
http://dx.doi.org/10.1007/s11033-020-06116-9
http://dx.doi.org/10.1016/j.micpath.2018.07.021
https://www.cdc.gov/vibrio/index.html
http://dx.doi.org/10.7717/peerj.15283
http://dx.doi.org/10.7717/peerj.16422

Peer

Choudhury S, Medina-Lara A, Daniel N, Smith R. 2022. Seafood safety: a need for
greater awareness. Journal of Public Health Research 11:22799036221124058
DOI10.1177/22799036221124058.

DiH, Ye L, Neogi SB, Meng H, Yan H, Yamasaki S, Shi L. 2015. Development and
evaluation of a loop-mediated isothermal amplification assay combined with
enrichment culture for rapid detection of very low numbers of Vibrio para-
haemolyticus in seafood samples. Biological and Pharmaceutical Bulletin 38:82—87
DOI10.1248/bpb.b14-00582.

FAO. 2020. The State of World Fisheries and Aquaculture 2020. Sustainability in action.
Available at https://www.fao.org/3/ca9229en/ca9229en.pdf .

Guan H, Xue P, Zhou H, Sha D, Wang D, Gao H, Li ], Diao B, Zhao H, Kan B,

Zhang]J. 2021. A multiplex PCR assay for the detection of five human pathogenic
Vibrio species and Plesiomonas. Molecular and Cellular Probes 55:101689
DOI10.1016/j.mcp.2020.101689.

Hara-Kudo Y, Kumagai S. 2014. Impact of seafood regulations for Vibrio parahaemolyti-
cus infection and verification by analyses of seafood contamination and infection.
Epidemiology and Infection 142:2237-2247 DOI 10.1017/50950268814001897.

Honda T, Iida T. 1993. The pathogenicity of Vibrio parahaemolyticus and the role of
the thermostable direct haemolysin and related haemolysins. Reviews in Medical
Microbiology 4:106—113 DOI 10.1097/00013542-199304000-00006.

Honda T, Ni YX, Miwatani T. 1988. Purification and characterization of a hemolysin
produced by a clinical isolate of Kanagawa phenomenon-negative Vibrio para-
haemolyticus and related to the thermostable direct hemolysin. Infection and
Immunity 56:961-965 DOI 10.1128/1a1.56.4.961-965.1988.

Hosomi R, Yoshida M, Fukunaga K. 2012. Seafood consumption and components for
health. Global Journal of Health Science 4:72-86 DOI 10.5539/gjhs.v4n3p72.

Hu YQ, Huang XH, Guo LQ, Shen ZC, Lv LX, Li FX, Zhou ZH, Zhang DF. 2021.

Rapid and visual detection of Vibrio parahaemolyticus in aquatic foods using
blacarp—17 gene-based loop-mediated isothermal amplification with lateral flow
dipstick (LAMP-LED). Journal of Microbiology and Biotechnology 31:1672—1683
DOI 10.4014/jmb.2107.07022.

Jaroenram W, Cecere P, Pompa PP. 2019. Xylenol orange-based loop-mediated DNA
isothermal amplification for sensitive naked-eye detection of Escherichia coli. Journal
of Microbiological Methods 156:9—14 DOI 10.1016/j.mimet.2018.11.020.

Jaroenram W, Chatnuntawech I, Kampeera J, Pengpanich S, Leaungwutiwong P,
Tondee B, Sirithammajak S, Suvannakad R, Khumwan P, Dangtip S, Arunrut N,
Bantuchai S, Nguitragool W, Wongwaroran S, Khanchaitit P, Sattabongkot J,
Teerapittayanon S, Kiatpathomchai W. 2022. One-step colorimetric isothermal
detection of COVID-19 with Al-assisted automated result analysis: a platform model
for future emerging point-of-care RNA/DNA disease diagnosis. Talanta 249:123375
DOI 10.1016/j.talanta.2022.123375.

Kim YB, Okuda J, Matsumoto C, Takahashi N, Hashimoto S, Nishibuchi M.

1999. Identification of Vibrio parahaemolyticus strains at the species level by

Lamalee et al. (2024), PeerJ, DOI 10.7717/peerj.16422 21/24


https://peerj.com
http://dx.doi.org/10.1177/22799036221124058
http://dx.doi.org/10.1248/bpb.b14-00582
https://www.fao.org/3/ca9229en/ca9229en.pdf
http://dx.doi.org/10.1016/j.mcp.2020.101689
http://dx.doi.org/10.1017/S0950268814001897
http://dx.doi.org/10.1097/00013542-199304000-00006
http://dx.doi.org/10.1128/iai.56.4.961-965.1988
http://dx.doi.org/10.5539/gjhs.v4n3p72
http://dx.doi.org/10.4014/jmb.2107.07022
http://dx.doi.org/10.1016/j.mimet.2018.11.020
http://dx.doi.org/10.1016/j.talanta.2022.123375
http://dx.doi.org/10.7717/peerj.16422

Peer

PCR targeted to the foxR gene. Journal of Clinical Microbiology 37:1173-1177
DOI'10.1128/jcm.37.4.1173-1177.1999.

Kishishita M, Matsuoka N, Kumagai K, Yamasaki S, Takeda Y, Nishibuchi M. 1992. Se-
quence variation in the thermostable direct hemolysin-related hemolysin (¢rh) gene
of Vibrio parahaemolyticus. Applied and Environmental Microbiology 58:2449-2457
DOI 10.1128/aem.58.8.2449-2457.1992.

Kongrueng J, Srinitiwarawong K, Nishibuchi M, Mittraparp-Arthorn P, Vuddhakul V.
2018. Characterization and CRISPR-based genotyping of clinical trh-positive Vibrio
parahaemolyticus. Gut Pathogens 10:48 DOI 10.1186/513099-018-0275-4.

Lamalee A, Changsen C, Jaroenram W, Buates S. 2023. Enhancement of loop mediated
isothermal amplification’s sensitivity and speed by multiple inner primers for
more efficient identification of Vibrio parahaemolyticus. MethodsX 11:102328
DOI10.1016/j.mex.2023.102328.

Lei S, Gu X, Zhong Q, Duan L, Zhou A. 2020. Absolute quantification of Vibrio
parahaemolyticus by multiplex droplet digital PCR for simultaneous detec-
tion of tlh, tdh and ureR based on single intact cell. Food Control 114:107207
DOI 10.1016/j.foodcont.2020.107207.

Letchumanan V, Chan KG, Lee LH. 2014. Vibrio parahaemolyticus: a review on the
pathogenesis, prevalence, and advance molecular identification techniques. Frontiers
in Microbiology 5:705 DOI 10.3389/fmicb.2014.00705.

Letchumanan V, Loo K, Law JW, Wong SH, Goh B, Mutalib NA, Lee L. 2019. Vibrio
parahaemolyticus the protagonist causing foodborne diseases. Progress in Microbes
and Molecular Biology 2:a0000029 DOI 10.36877/pmmb.a0000029.

LiL, Meng H, GuD, Li Y, Jia M. 2019. Molecular mechanisms of Vibrio parahaemolyticus
pathogenesis. Microbiological Research 222:43-51 DOI 10.1016/j.micres.2019.03.003.

LiuN, Zou D, Dong D, Yang Z, Ao D, Liu W, Huang L. 2017. Development of a
multiplex loop-mediated isothermal amplification method for the simultaneous
detection of Salmonella spp. and Vibrio parahaemolyticus. Scientific Reports 7:45601
DOI 10.1038/srep45601.

Messelhiusser U, Colditz J, Thirigen D, Kleih W, Héller C, Busch U. 2010. Detection
and differentiation of Vibrio spp. in seafood and fish samples with cultural and
molecular methods. International Journal of Food Microbiology 142:360—-364
DOI 10.1016/j.ijfoodmicro.2010.07.020.

Mori Y, Nagamine K, Tomita N, Notomi T. 2001. Detection of loop-mediated isother-
mal amplification reaction by turbidity derived from magnesium pyrophosphate
formation. Biochemical and Biophysical Research Communications 289:150-154
DOI 10.1006/bbrc.2001.5921.

Nemoto J, Ikedo M, Kojima T, Momoda T, Konuma H, Hara-Kudo Y. 2011. Devel-
opment and evaluation of a loop-mediated isothermal amplification assay for
rapid and sensitive detection of Vibrio parahaemolyticus. Journal of Food Protection
74:1462-1467 DOI 10.4315/0362-028X.JFP-10-519.

Nemoto J, Sugawara C, Akahane K, Hashimoto K, Kojima T, Ikedo M, Konuma
H, Hara-Kudo Y. 2009. Rapid and specific detection of the thermostable direct

Lamalee et al. (2024), PeerJ, DOI 10.7717/peerj.16422 22/24


https://peerj.com
http://dx.doi.org/10.1128/jcm.37.4.1173-1177.1999
http://dx.doi.org/10.1128/aem.58.8.2449-2457.1992
http://dx.doi.org/10.1186/s13099-018-0275-4
http://dx.doi.org/10.1016/j.mex.2023.102328
http://dx.doi.org/10.1016/j.foodcont.2020.107207
http://dx.doi.org/10.3389/fmicb.2014.00705
http://dx.doi.org/10.36877/pmmb.a0000029
http://dx.doi.org/10.1016/j.micres.2019.03.003
http://dx.doi.org/10.1038/srep45601
http://dx.doi.org/10.1016/j.ijfoodmicro.2010.07.020
http://dx.doi.org/10.1006/bbrc.2001.5921
http://dx.doi.org/10.4315/0362-028X.JFP-10-519
http://dx.doi.org/10.7717/peerj.16422

Peer

hemolysin gene in Vibrio parahaemolyticus by loop-mediated isothermal amplifi-
cation. Journal of Food Protection 72:748-754 DOI 10.4315/0362-028x-72.4.748.

Nishibuchi M, Kaper JB. 1995. Thermostable direct hemolysin gene of Vibrio para-
haemolyticus: a virulence gene acquired by a marine bacterium. Infection and
Immunity 63:2093-2099 DOI 10.1128/i2i.63.6.2093-2099.1995.

Nishibuchi M, Taniguchi T, Misawa T, Khaeomanee-Iam V, Honda T, Miwatani T.
1989. Cloning and nucleotide sequence of the gene (¢rh) encoding the hemolysin
related to the thermostable direct hemolysin of Vibrio parahaemolyticus. Infection
and Immunity 57:2691-2697 DOT 10.1128/i2i.57.9.2691-2697.1989.

Notomi T, Okayama H, Masubuchi H, Yonekawa T, Watanabe K, Amino N, Hase
T. 2000. Loop-mediated isothermal amplification of DNA. Nucleic Acids Research
28:E63 DOI 10.1093/nar/28.12.e63.

Prompamorn P, Sithigorngul P, Rukpratanporn S, Longyant S, Sridulyakul P, Chaivi-
suthangkura P. 2011. The development of loop-mediated isothermal amplification
combined with lateral flow dipstick for detection of Vibrio parahaemolyticus. Letters
in Applied Microbiology 52:344-351 DOI 10.1111/§.1472-765X.2011.03007..x.

Raghunath P. 2015. Roles of thermostable direct hemolysin (TDH) and TDH-related
hemolysin (TRH) in Vibrio parahaemolyticus. Frontiers in Microbiology 5:805
DOI 10.3389/fmicb.2014.00805.

Raszl SM, Froelich BA, Vieira CR, Blackwood AD, Noble RT. 2016. Vibrio para-
haemolyticus and Vibrio vulnificus in South America: water, seafood and human
infections. Journal of Applied Microbiology 121:1201-1222 DOI 10.1111/jam.13246.

Tada J, Ohashi T, Nishimura N, Shirasaki Y, Ozaki H, Fukushima S, Takano J,
Nishibuchi M, Takeda Y. 1992. Detection of the thermostable direct hemolysin
gene (tdh) and the thermostable direct hemolysin-related hemolysin gene (trh) of
Vibrio parahaemolyticus by polymerase chain reaction. Molecular and Cellular Probes
6:477-487 DOI 10.1016/0890-8508(92)90044-x.

Tanner NA, Zhang Y, Evans Jr TC. 2015. Visual detection of isothermal nucleic acid am-
plification using pH-sensitive dyes. Biotechniques 58:59—-68 DOI 10.2144/000114253.

Waldor MK, Mekalanos JJ. 1996. Lysogenic conversion by a filamentous phage encoding
cholera toxin. Science 272:1910-1914 DOI 10.1126/science.272.5270.1910.

Wong YP, Othman S, Lau YL, Radu S, Chee HY. 2018. Loop-mediated isothermal
amplification (LAMP): a versatile technique for detection of micro-organisms.
Journal of Applied Microbiology 124:626—643 DOI 10.1111/jam.13647.

XuD,JiL, WuX, Yan W, Chen L. 2018. Detection and differentiation of Vibrio
parahaemolyticus by multiplexed real-time PCR. Canadian Journal of Microbiology
64:809-815 DOI 10.1139/cjm-2018-0083.

Yamazaki W, Kumeda Y, Misawa N, Nakaguchi Y, Nishibuchi M. 2010. Development of
a loop-mediated isothermal amplification assay for sensitive and rapid detection of
the tdh and trh genes of Vibrio parahaemolyticus and related Vibrio species. Applied
and Environmental Microbiology 76:820-828 DOI 10.1128/AEM.02284-09.

Lamalee et al. (2024), PeerJ, DOI 10.7717/peerj.16422 23/24


https://peerj.com
http://dx.doi.org/10.4315/0362-028x-72.4.748
http://dx.doi.org/10.1128/iai.63.6.2093-2099.1995
http://dx.doi.org/10.1128/iai.57.9.2691-2697.1989
http://dx.doi.org/10.1093/nar/28.12.e63
http://dx.doi.org/10.1111/j.1472-765X.2011.03007.x
http://dx.doi.org/10.3389/fmicb.2014.00805
http://dx.doi.org/10.1111/jam.13246
http://dx.doi.org/10.1016/0890-8508(92)90044-x
http://dx.doi.org/10.2144/000114253
http://dx.doi.org/10.1126/science.272.5270.1910
http://dx.doi.org/10.1111/jam.13647
http://dx.doi.org/10.1139/cjm-2018-0083
http://dx.doi.org/10.1128/AEM.02284-09
http://dx.doi.org/10.7717/peerj.16422

Peer

Yan M, Li W, Zhou Z, Peng H, Luo Z, Xu L. 2017. Direct detection of various pathogens
by loop-mediated isothermal amplification assays on bacterial culture and bacterial
colony. Microbial Pathogenesis 102:1-7 DOI 10.1016/j.micpath.2016.10.025.

Yingkajorn M, Mitraparp-Arthorn P, Nuanualsuwan S, Poomwised R, Kongchuay N,
Khamhaeng N, Vuddhakul V. 2014. Prevalence and quantification of pathogenic
Vibrio parahaemolyticus during shrimp culture in Thailand. Diseases of Aquatic
Organisms 112:103-111 DOI 10.3354/dao02800.

ZengJ, Wei H, Zhang L, Liu X, Zhang H, Cheng J, Ma D, Zhang X, Fu P, Liu L. 2014.
Rapid detection of Vibrio parahaemolyticus in raw oysters using immunomagnetic
separation combined with loop-mediated isothermal amplification. International
Journal of Food Microbiology 174:123-128 DOI 10.1016/j.ijfoodmicro.2014.01.004.

Lamalee et al. (2024), PeerJ, DOI 10.7717/peerj.16422 24/24


https://peerj.com
http://dx.doi.org/10.1016/j.micpath.2016.10.025
http://dx.doi.org/10.3354/dao02800
http://dx.doi.org/10.1016/j.ijfoodmicro.2014.01.004
http://dx.doi.org/10.7717/peerj.16422

