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Acute hepatopancreatic necrosis disease (AHPND), also known as Early mortality syndrome (EMS), is a recently
emerged lethal disease that has caused major economic losses in shrimp aquaculture. The etiologic agents are
Vibrio spp. that carry Photorhabdus Insect-Related (Pir) toxin genes pirA and pirB. A multiplex SYBR Green real-
time PCR was developed that detects pirA, pirB, and two internal control genes, the shrimp 18S rRNA and the
bacterial 16S rRNA genes in a single reaction. The pirB primers amplify the 3'-end of the pirB gene allowing the
detection of Vibrio spp. mutants that contain a complete deletion of pirA and the partial deletion of pirB. The
assay also detects mutants that contain the entire pirA gene and the deletion of the pirB gene. Since both toxin
genes are needed for disease development, this assays can distinguish between pathogenic strains of Vibrio spp.
that cause AHPND in shrimp and mutants that do not cause disease. The amplicons for pirA, pirB, 18S rRNA and
16S rRNA showed easily distinguishable melting temperatures of 78.21 = 0.18, 75.20 = 0.20, 82.28 = 0.34
and 85.41 + 0.21 °C respectively. Additionally, a duplex real-time PCR assay was carried out by designing
TagMan probes for the pirA and pirB primers. The diagnostic sensitivity and specificity was compared between
the SYBR Green and TagMan assays. Both assays showed similar sensitivity with a limit of detection being 10
copies for pirA and pirB, and neither assays showed any cross reaction with other known bacterial and viral
pathogens in shrimp. The high sensitivity of both assays make them suitable for the detection of low copies of the

pirA and pirB genes in AHPND causing Vibrio spp. as well as for detecting non-pathogenic mutants.

1. Introduction

Acute hepatopancreatic necrosis disease (AHPND, initially refer-
enced to as early mortality syndrome, EMS) is a deadly shrimp disease
caused by particular Vibrio spp. [1-3]. The disease first emerged in
China in 2009 and has rapidly spread throughout Southeast Asia to
Vietnam, Malaysia, Thailand and reached Mexico in Latin America in
2013 [1,4]. The impact of AHPND in shrimp farming at a global scale
has been catastrophic with an estimated global loss of $1 billion per
year [5].

The etiologic agent of AHPND was shown to be a specific strain of
Vibrio parahaemolyticus that carries the pirA and pirB genes homologous
to the Pir (Photorhabdus insect-related) binary toxin of en-
tomopathogenic bacteria [1,3]. Since the initial report, several other
Vibrio species including V. owensii [6], V. campbelli [7]1, V. harveyi [8]
and Vibrio punensis [9] have been reported that cause AHPND. More
recently, a non-Vibrio bacterium, Microccocus luteus, has been found
that contains the pirA and pirB genes [10].

The pathogenic Vibrio spp. harbor a large plasmid that ranges from
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69 to 74 kb, on average of 33 copies per cell, and contains Photorhabdus
Insect-Related (Pir) toxin genes pirA and pirB [3,11,12]. The binary
toxin pirAB has been confirmed to be the etiological agent for AHPND
[11]. To date, two conventional PCR based methods have been reported
to detect both toxins genes pirA and pirB, a duplex conventional PCR
reported by Han et al. [3] and a two-tube nested AP4 PCR developed by
Dangtip et al. [13]. However, the two-tube nested AP4 PCR cannot
detect deletion mutants that have only one gene pirA or pirB. A qPCR
assay that detects pirA but does not detect mutants with the deletion of
pirB has been reported [14]. The detection of both types of mutants is
fundamental for the study of plasmid transmission dynamics and for
recording the presence of the virulence plasmid since a recent study [2]
suggests that the pirA and pirB genes may be lost or acquired by hor-
izontal gene transfer via transposition or homologous recombination. In
fact, the genome of a mutant strain of V. parahaemolyticus has been
published that lacks the entire pirA gene and has a partial deletion of
the 5-end of the pirB gene [15]. In this study, we report a multiplex
SYBR Green real-time PCR that detects the pirA and pirB toxin genes,
and two internal control genes, the shrimp 18S rRNA and the bacterial
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A list of primers that were used for the amplification of pirA and pirB toxin genes. For each primer, the nucleotide sequence, the Tm, the amplicon size and the
location on the virulence plasmid in the reference strain V. parahaemolyticus A3 (GenBank accession: KM067908.1) are shown.

Primer Set Primer pair Primer sequence (5’ to 3’) Primer Tm Product size (bp) Location in the virulence plasmid of reference strain Vibrio parahaemolyticus A3
Set 1 pirA F1 TGAAACTGACTATTCTCACGATTG 57 80 17,218 - > 17,241
pirA R1 TGATAGGTGTATGTTTGCTGTC 56.2 80 17,297 - > 17,276
pirB F1 TCACGGCTTTGAACATATGC 56.8 149 18,268 - > 18,287
pirB R1 CATCTTCCGTACCTGTAGCA 56.8 149 18,416 - > 18,397
Set 2 pirA F2 AACTGACTATTCTCACGATTGGACT 59.8 101 17,221 - > 17,245
pirA R2 CTACACTACGACCGACTTCCG 59.9 101 17,321 - > 17,301
pirB F2 TTGGGGAACGTCGAAATCGT 60 216 18,447 - > 18,466
pirB R2 TTGCTTCAGGTCCATTGGCA 60.2 216 18,662 - > 18,643
Set 3 pirA F3 ACTGTCGAACCAAACGGAGG 60.3 165 17,243 - > 17,262
pirA R3 TTTAGCCACTTTCCAGCCGC 61.2 165 17,407 - > 17,388
pirB F3 TTGCCAATGGACCTGAAGCA 60.2 94 18,642 - > 18,661
pirB R3 ACACTTGGCTTGCCTGAGTT 60.1 94 18,735 - > 18,716

16S rRNA. Furthermore, we report a duplex TagMan PCR that also
detects pirA and pirB simultaneously. These assays will greatly aid in the
detection and monitoring of low quantities of AHPND causing Vibrio
spp. and mutant strains containing either pirA or pirB.

2. Methods
2.1. Primer design

Three different primer pairs were designed with Geneious R11 [16]
to detect the pirA and pirB toxin genes (Table 1). The primers for the
pirB were designed to amplify the 3’-end of the pirB gene allowing the
detection of Vibrio spp. that have a partial deletion of this gene (Fig. 1).
The genes used as internal controls for shrimp and bacteria were f-
Actin, Elongation factorl-alpha, Glyceroldehyde-3 phosphate dehy-
drogenase, 18S rRNA, and 16S rRNA (Table 2).

2.2. Multiplex SYBR Green real-time PCR

Multiplex SYBR Green real-time PCR was performed using a
StepOnePlus PCR system (Applied Biosystems ™). Each assay was car-
ried out in a total volume of 20 ul containing 1 pl of template DNA,
10 ul of PowerUp™ SYBR™ Green Master Mix (2X), 125nM of pirA
primers (Set 1, Set 2 and Set3), 150 nM of pirB primers (Set 1, Set 2 and
Set2), 75nM of shrimp internal control primers ($-Actin, EF1-a, G3PD
and 18S rRNA) and 350nM of 16S rRNA bacterial internal control
primers. The primer concentration was determined by testing each
primer set with concentrations that ranged from 50 nM to 500 nM. Each
primer set listed in Table 1 was tested with one shrimp internal control
primer pair and the bacterial 16S rRNA internal control primers. The
real-time PCR conditions consisted of a UDG activation at 50 °C for
2 min, denature and Dual-Lock ™ DNA polymerase activation at 95 °C
for 2 min, followed by 40 cycles at 95 °C for 3s and 59 °C for 30s. Fol-
lowing amplification, the melt curve analysis was performed. The re-
action temperature was increased to 95 °C for 15s, then decreased to
60 °C for 1 min, and increased to 95 °C at a rate 0.1 °C per second with a
continuous fluorescence monitoring. The melt curves were used to de-
termine if the primers were compatible and primer combinations that
showed four clear specific amplification peaks were considered

1 200 400 600 800
i7,189 17,388 17,588 17,788 17,983
- pirA -

W pirA F1_pirAR2

P ‘ET/[ N- pirAR3
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adequate for the multiplex real-time PCR.

2.3. TagMan probe design and duplex real-time PCR

TagMan probes were designed for primer pair pirA F1/R1 and pirB
F1/R1 using Geneious R11 [16]. The TagMan probe for pirA F1/R1 (5’-
GAACCAAACGGAGGCGTCA-3’) was synthesized and labeled with 6-
Carboxy-4’,5’-Dichloro-2’, 7’-Dimethoxyfluorescein, Succinimidyl Ester
(JOE) on the 5’ end and N, N, N’, N’-Tetramethyl-6-carboxyrhodamine
(TAMARA) on the 3’ end. The TagMan probe for pirB F1/R1 (5- TCA
CCTGCTGTTGGTTTTCCT-3’) was synthesized and labeled with 6-car-
boxyfluorescein (FAM) on the 5 end and TAMARA on the 3’-end. For
the assay, TagMan™ Fast Virus 1-Step Master Mix (Applied Biosystems
™) was used, the final concentration for each primer was 0.2 uM and
0.07 uM for the TagMan probe at a final volume of 10 pl. The real-time
PCR profile was 20 s at 95 °C followed by 40 cycles of 1sat 95 °C and
20 s at 59 °C. The amplification, detection and the analysis of the data
for the real-time PCR assay was carried out with a StepOnePlus PCR
system (Applied Biosystems ™).

2.4. Detection of the pirA and pirB genes in Vibrio spp.

Three natural known mutant strains of V. parahaemolyticus (pirA and
partial pirB deletion), three strains of AHPND causing V. campbelli, one
strain of V. shiloi (pirA positive and pirB negative) and ten strains of
AHPND causing V. parahaemolyticus were obtained from the
Aquaculture Pathology Laboratory bacterial collection. These bacteria
were originally isolated from either the gastrointestinal tract of dis-
eased shrimp, water or sediments from AHPND-affected farms in Asia
or Latin America during 2013-2018. As negative controls three strains
of V. parahaemolyticus without the pirA and pirB genes were used. These
Vibrio spp. isolates were used to test the pirA, pirB and internal control
primers (18S rRNA and 16S rRNA) for the SYBR Green and the TagMan
real-time PCR assays. All the tested strains were run by triplicate and
the mean Ct values and melting temperatures were calculated. The DNA
from the bacteria was extracted using the NORGEN Biotek Bacterial
Genomic DNA isolation kit following the manufacturer's instructions.

1,000 1,200 1,400 1,600 1,682
18,188 13,388 18,583 18,870
pirB -
pirs 1 pirB F2-7 pirB F3-F
pirB R1- Y pird R2- Y - pirBR3

Fig. 1. The pirA and pirB primer locations on the virulence plasmid in the reference strain Vibrio parahaemolyticus A3. The primers pirA F1, pirA R1, pirB F1 and pirB
R1 for dual detection of the pirA and pirB genes are shown in blue. The primers pirA F2, pirA R2, pirB F2 and pirB R2 for dual detection of the pirA and pirB genes are
shown in green. The primers pirA F3, pirA R3, pirB F3 and pirB R3 for dual detection of the pirA and pirB genes are shown in red. The pirB primers are located near the
3’ end of the pirB gene allowing the detection of mutants with a partial deletion of pirB.
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A list of the internal control primers used in the SYBR Green assay for the amplification of Photorhabdus Insect-related (Pir) toxin genes pirA and pirB. For each primer,
the nucleotide sequence, the Tm, the product size and the reference is shown. The genes used as internal controls were: -Actin, Elongation factorl-alpha (EF1-a),
Glyceroldehyde-3 phosphate dehydrogenase (GAPDH), 18S rRNA, and 16S rRNA.

Gene Primer pair Primer sequence (5’ to 3) Primer Tm Product size (bp) Reference
B-Actin 178F GGTCGGTATGGGTCAGAAGGA 56 51 [17]
228R TTGCTTTGGGCCTCATCAC 59
EFl-a 123F TCGCCGAACTGCTGACCAAGA 51 55 [17]
123R CCGGCTTCCAGTTCCTTACC 51
GAPDH 72F CGTTGGACACCACCTTCA 59 55 [17]
126R GTGTGCGGTGTCAACATGGA 55
18S rRNA 185F ACCTGAGGCATCACAAGGGTTAT 48 61 [17]
185R GCTTGGTGTGCAATGTATTAACCTA 40
16S rRNA 16S-rRNAF TCCTACGGGAGGCAGCAGT 59.4 466 [18]
16S-rRNAR GGACTACCAGGGTATCTAATCCTGTT 58.1
18S rRNA Setl 18S rRNAF1 GAGAGGGAGCCTGAGAAACG 59.8 72 This study
18S rRNA R1 GTGCCGGGAGTGGGTAATTT 60.3
18S rRNA Set 2 18S rRNA F1 TTTGAGTTCCGGGGGAAGTA 58.1 72 This study
18S rRNA R1 ACTCCTGGTGGTGCCCTTC 61.5

2.5. Experimental challenge of Penaeus vannamei with AHPND causing
Vibrio parahaemolyticus

Specific Pathogen Free (SPF) Penaeus vannamei shrimp (average
weight 1.0 g) were experimentally challenged via immersion following
a previously published protocol [14]. Briefly, V. parahaemolyticus
(Strain 13-028A/3) was grown in Tryptic Soy Broth containing 2%
NaCl (TSB+) and incubated for 18 h before using for an immersion
challenge (CFU 10°/ml). The hepatopancreas was dissected out from
the moribund animals and recently deceased animals, and it was used
for detecting the pathogen via real-time PCR assays. The DNA from the
hepatopancreas was extracted using Maxwell-16° Cell LEV DNA pur-
ification kit (Promega).

2.6. Specificity test

To verify there was no cross reactivity with other shrimp pathogens,
the multiplex SYBR Green and the duplex TagMan assays were tested
using genomic DNA isolated from P. vannamei known to be infected
with white spot syndrome virus (WSSV), Enterocytozoon hepatopenaei
(EHP), infectious hypodermal and hematopoietic necrosis virus
(IHHNV), necrotizing hepatopancreatic bacteria (NHPB), hepatopan-
creatic parvovirus (HPV), monodon baculovirus (MBV) and baculovirus
penaei (BP).

2.7. Cloning of pirA and pirB amplicons

The DNA fragments for the pirA (80 bp) and pirB (149 bp) were
amplified from V. parahaemolyticus 18-408 and cloned into the pDrive
Cloning Vector (QIAGEN"). The plasmids were designated as VppirA80
and VppirB149. The plasmids were purified using QIAprep’ Spin
Miniprep Kit. The sequence of the pirA and pirB fragments was verified
by sequencing at the sequencing facility of The University of Arizona,
Tucson, AZ.

2.8. Sensitivity

The sensitivity of the SYBR Green and TagMan real-time PCR assays
were determined using 6-fold serial dilutions of purified VppirA80 and
VppirB149 plasmids. The concentrations of plasmid DNA that were
utilized ranged from 10° to 10' copies/ul for all the plasmids.
Additionally, ten-fold serial dilutions of 20 ng/ul of total genomic DNA
extracted from shrimp hepatopancreas (infected with reference strain
A3) were used to determine the detection limit of both the SYBR Green
and TagMan PCR assays. All samples were tested in triplicates.

22

3. Results
3.1. Multiplex SYBR Green real-time PCR

Three sets of primers listed in Table 1 were tested for compatibility
against the internal control primers listed in Table 2. Only primer set 1
and the internal controls 18S rRNA set 1 and 16S rRNA showed 4 dis-
tinguishable melt peaks corresponding to each amplified fragment
(Fig. 2A). The amplicons for pirA, pirB, 18S rRNA and 16S rRNA from
AHPND-infected shrimp showed easily distinguishable melting tem-
peratures of 78.21 + 0.18, 75.20 = 0.20, 82.28 = 0.34 and
85.41 *= 0.21 °C, respectively (Fig. 2).

3.2. Detecting the pirA and pirB genes in deletion mutants of Vibrio spp.

The real-time PCR results for different strains of bacteria are sum-
marized in Table 3. The mean Ct and mean melting temperature are
shown in Table 4. When a Vibrio sp. contained both the pirA and pirB
genes or one of the two genes, a unique melting curve with unique peak
(s) was produced. The pirA negative V. parahaemolyticus strains showed
two amplicons, pirB and 16S rRNA, with melting temperatures of
75.20 = 0.20 and 85.41 * 0.21 °C, respectively (Fig. 2B). Similarly,
the pirB negative strain showed two amplicons, pirA and 16S rRNA,
with melting temperatures of 78.21 + 0.18 and 85.41 + 0.21°C, re-
spectively (Fig. 2C). The AHPND causing strains showed three ampli-
cons, pirA, pirB and 16S rRNA, with melting temperatures of
78.21 = 0.18, 75.20 + 0.20 and 85.41 * 0.21°C, respectively
(Fig. 2D).

The duplex TagMan assay was also able to detect and differentiate
when Vibrio spp. contained either pirA or pirB or both pirA and pirB.
When Vibrio spp. contained both genes unique amplification curves
were detected simultaneously in filter 1 (FAM/pirB) and filter 2 (JOE/
pirA) (Fig. 3). In contrast, strains that contained only one gene showed a
single amplification curve in filter 1 (FAM/pirB) or filter 2 (JOE/pirA)
(Fig. 3). The results for the TagMan assay for the different strains of
bacteria are shown in Table 3. The SYBR Green assay and the TagMan
assay showed 100% agreement in the results for the detection of the
pirA and pirB genes in the axenic Vibrio cultures and the hepatopancreas
samples derived from AHPND-infected shrimp (N = 30). Both SYBR
Green and TagMan assays detected pirA and pirB genes in all the sam-
ples tested (Table 3). In Supplementary Fig. 1-3. the melt curves for
each Vibrio spp. is presented.

3.3. Sensitivity

The lower limit of detection of the SYBR Green assay and the
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Fig. 2. Melt curve analysis of PCR amplicons derived from AHPND-infected shrimp tissue and Vibrio spp. (A) Melt curve analysis of infected shrimp tissue for pirA,
pirB, 18S rRNA and 16S rRNA, the amplicons presented melting temperatures of 78.21 * 0.18,75.20 + 0.20, 82.28 + 0.34 and 85.41 * 0.21 °C, respectively. (B)
Melt curve analysis of V. parahaemolyticus pirA negative strain. The melting temperatures of pirB and 16S rRNA are 75.20 *= 0.20 and 85.41 = 0.21 °C respectively.
Each amplicon shows a clearly defined peak. (C) Melt curve pattern of V. shiloi pirB negative strain. The melting temperatures of pirA and 16S rRNA are 78.21 + 0.18
and 85.41 = 0.21 °C respectively. In (D) we can observe the melt curve analysis of AHPND-causing strains of Vibrio spp. The melting temperatures of pirA, pirB and
16S rRNA are 78.21 =+ 0.18, 75.20 + 0.20 and 85.41 * 0.21 °C respectively. In A, B, C and D each amplicon shows a clearly defined peak.

Table 3

A summary of the results for the detection of the pirA, pirB, 18S rRNA and 16S rRNA genes by the multiplex SYBR Green real-time PCR and the duplex TagMan |real-
time PCR.

Strain Species pirA PirB 18S rRNA 16S rRNA
SYBR TaqMan SYBR TaqMan
DA 16-250-8 V. parahaemolyticus pirA negative Neg Neg Pos Pos Neg Pos
D 16-250-9 V. parahaemolyticus pirA negative Neg Neg Pos Pos Neg Pos
DB 16-250 V. parahaemolyticus pirA negative Neg Neg Pos Pos Neg Pos
V. shiloi Pos Pos Neg Neg Neg Pos
D 16-192 V. campbelli AHPND Pos Pos Pos Pos Neg Pos
D3 16-137 V. campbelli AHPND Pos Pos Pos Pos Neg Pos
D 52B V. campbelli AHPND Pos Pos Pos Pos Neg Pos
V. parahaemolyticus AHPND (N = 9) Pos Pos Pos Pos Neg Pos
13-028 A3 AHPND Reference strain Pos Pos Pos Pos Neg Pos
B24-38 V. parahaemolyticus AHPND negative Neg Neg Neg Neg Neg Pos
B29-43 V. parahaemolyticus AHPND negative Neg Neg Neg Neg Neg Pos
C24-78 V. parahaemolyticus AHPND negative Neg Neg Neg Neg Neg Pos
Hepatopancreas tissue from Penaeus vannamei shrimp (N = 30) Laboratory challenge test Pos Pos Pos Pos Pos Pos

23



28
9) 20~

3 (201

bes 4.

lar and Cellular Pro

r

Molecula

¢ al

-Flores e

R. Cruz

ies of
d 10 Coplesur-
icons was 10 ?sn (Fig. 4). Fted
. amphco agmen in infec
B fr S
A and pir e gene irB gene tal DNA
ir. . es to
ay for the p ontaining ththe pirA a“d;s’ 200fg ,Of dilution of
TaqgMan aSSt plasmid Zetection fotl;oth assays Wof the seria 5. the de-
inan . s io 5.
recombina he limit of tissue for melt curve entary Fig d by Han
thermore, t topancreas Fig 4. the In SuPplemPCR reporte
. hepa entary is shown. duplex
hrimp pplem issue is s ional
® S In Su tissu entio
@@ b ig. 5). infected conv
§25888% : DN o ant g) of the
B < = Ln:"vl::;@-gdooH“J':) DN/_\ limit(20pn an
8 R g S8 Ss3 W o Saa tectlOnll] is shown. and TagM
2 c\!‘CSC’ 1+l c\’\ﬂ'm-‘moo L[ ’ een from
S 8 383 4+ vac’?'mgw et al. R Gr isolated
52 |3 YR ,\vvm,-mggw f SYB Ajiso \
S o 1+ @'-“u’?v.'lnww . assay ificity o ing DN. IHHNV,
@ 3 |+ 1329 288 ificity ificity using SSV,
£z | E R8RS S G Specifi he spec tested usin; 1 (W No
g §| S8 G- 3.4. ine t ere n vira hogens.
SE |z 8288 ag termi hods w know pat hen
EF g8899 e ot e e o Toqion esery ating
< S o o n . Wi . iCa
ri§ < e j H oA descrlbec! infected HPB) and en and Taq late ind irB
a g 2 e 8 assays el shrimp rial (N YBR Gre § a templat A and p
£ & 2 gs g ) P. vannam BP), bad? edintheS ere used atain the pir
S g 0 dddd . MBV, btain ens Wi t coni
=g - ® s . aso hog ha
Z o £ {3 HPV. ication w; imp pat ibrio spp. t
= N Q fi s Tl
li S (!
o g e 38883 amp m other ific to Vi
(=] IS < S |+ A fro spec
3 o ] N = =) 1+ A DN, are
E = 82 848§s S o« S ea both assays Vibrio spp.
) S&3 o 14 .qH,-usE the in
= @ =33 Ho+ 310 15 15 es. d by ir) tox
S o B 3 + ~ o 2EeR gen is cause d (Pir
g 8 N 8§53 ™ @ . isease is ¢ -Related (Pi lence
% k= & 88y §> E RRR 8888 3 Discussion ecrosis dls:abdus Insect Rsary for viru ecies
> £ €8 8o s3283 4. tic ni rhai eces: . Sp:
] §| %3 R VY reatic ne Photo ren hrimp inlex
=l = |8 am = H o4+ topanc id with enes a ured s ultiple
5 | & 88250 leaao e hepa lasmi f these g to cult d a m R
S 5 2833 H 0282 % Acut rge p th o lethal lope ime PC
haje: < o x o4 -~ 0 o I r a la: 1]. Bo . hly e deve 1-tim¢
58 < |4l © R arbo irB [1 hig we n rea K The
O = g Ho+ = RR hat h; d pir] n be is study, Ma irB.
25 o“’N“! t irA an ich ca this s lex Taq; ) nd p if-
5 £ 2884 % 0 ir. . hi S A aj di
% 2 = FEEEE genﬁsiactenum V\;ortance- hslay and a duilil genes Pér tection andurve
© 3 N f the ial im R as: tox s de 1t ¢
§ = e Y rcial imy PC . the eou; me
g E 82888 of Commeen real-tlIfIile detection .Ofthe simultaﬁtilizing the.sporter dyeli
8 8zaS Gre cific s is by ifferent r ime PC
2 o g ~ [SECIS) o SYBR e spe assay: . enes, ine differ I-time
] s a g8 S HoH A - © say for th e of b(_)th nd pirB g by using two rea iate both
£ | 888 5358 H 2888 as advantag he pirA a ssay and the only differentia
S 2 Q& | 33 .
'§ E % Se S aa M 8 = mERR malntiation of tsyBR Greer:1 ate these ariltaneously he pre-
s 9 = 14+ 889 o feren ‘ the O date, sim the
g = o] ! o g b cl{)' @ S 2 lysis for assay. T etect and ] reported irA or
'g g 8 g o ) o analy TagMan hat can d Dhar [15 ither thep re
<2 5 N for the ished t r& ined ei nes ai
. — S ra ne : €
g £ | = 88588 assays pubilzin'o SPP- 1. [3] and Kan that COnt"?;inafy tOXH; ga unique
g 32 < s33s | in Vi et al. ibrio spp. the due to id. it
= = 5 =) +H o+ nes an . Vibi Sl s hat smid,
£% g 835848 Lo ] B¢ Recently, :t strains of ing Vibrio ?I;roposed tirulence plasition or
] g N o -3 | =g < < mutas D-caus bee icus Vi nspo: f
£ 2 s TR SRR ce of HPN It has olyti ia tra fer o
S 5 S U « 2552 sen In A [11]. ahaem sfer v trans
2 8 g HoH 223 - ne. ses par tran the 10].
oF |8 9328 irB ge nspo he V. ene of L[
[ - oo =9 pir tra X f t ) tal g idence et a
< S IS8 ) by . n o on vide; lar at
s E - g SRR flanked Organlzatloir ed by horl]Z Further e Duran'AVeM luteus, this
£%4 = S8R g‘E“'noglelost or acqubination [2-5'1»e.p0rted Pybacterium’ d if M. lutel-l;rio
= A 9 209898 S € com ria i Vibrio orte f Vi
;9 g 2338 | may S re bacte on- rep ies o ;
ARl Ba3es + o+ logou en irst n been eci ing
28 o o o o ] L= S o+ mo twe e fir: not ral sp caus.
g < 2| S 2829838 2 D x5 528 ltl}?ese genes be detected ;hgenes- It hasVery of seve genes and and pirB
- B =z g 8 g S HoHZ + 0 — g o AR authors dplr he disco ) toxin he pirA ire
g dx > 3 1A S H] ., Sxgg3 These irA an ND. T! binary ion of t] 1d acqu
35 o Sl aas 239 v S S ins the p ing AHP ing the issio ia cou ipt
O 3 — n ] = in ing sm 1a T1p
R S X% =2 nta sing ia carry ive tran: cter nusc
S5 al g 332 R o co f cau ria ¢ ctive se bal is ma ics
oo gl g R g gy able o io bacte is an a t the in thi amic
S5 E G £8 8 cap Vibrio here is ia and tha orted ission dyn X
g o & = | = 555 d non- that teria a s rep misslio r pirB.
£ 2o 0 80 & an gest t bac he assay: id trans irA o
Rl - 2 2 ND sug differen fore, t lasmi in either p is has
§p& 0w 22 ... g 8 AHP een herefo of p tain e nalysi
g 8 goe szww&’“ between diff T tudy con ve a ho-
489 223 g g Erg 3 vy nes enicity the s ins that It cur pat
Q © g =] 58 Z . =h=Rs LYYy o ge athog 1s for trains ing me human irus)
2 © SN & [ ‘s T << £ 5 o g o lose p 1 too tant s R using . of irus),
E 3 a 288 > B < 355§ 28 = or enta f mu ime PC tection oronav
=8 R < g §3885 SEEE fundam tion o al-tim s de nd c influenza
§g?2 £E5 225358 $E5 5555 are detec en re Itaneou irus and ¢ influ
< S 2 4b'aQ§QZZ_U‘éE>,b-=uU>‘§ r the R Gre imu rovi vian The
& 3, §EZ7F 3 2L E £ d fo YB he s ente s (a 3].
=9 S §§un.°‘::b&°°E>,&boE an iplex S for t irus hogen: 9-2
RS gw-““I:<°°EE“HcB“N Itip ed ~0v1r’_ at inum) [1 an-
2 g 333 §<<, E% § 3 3 g8 s 5 Mul iously us ) rhin vian p linum d qu
2L ‘ib%‘ 4~:5N°¢“-=§N§‘6°.n viou irus, irus), a ium botul ion an SV
5§84 §88es 223 288 2255 G en pre eumov viru idium detecti SV, T
gz EEw'&EﬁmvzsUMﬂ%“’A“ be etaph m pox (Clostri the WSSV, e
>U;Tv g%g‘sgggémm%sﬁq-‘ ns (m ns (Plu ogens sed for IHHNV’.' of th
S = 5 STEE oS ES = 388 ge athoge ine path been u including cificity low
288 *ac’ﬁ“f Sl .~'5E§§ lant p bovin R has s inc d spe d the lo
8% g =S s s ESEE5S P ) and ime PC thogens in ivity an ay and the ble
g S 2| g S g SEE g iruses real-ti imp pa ensiti an ass is a suita
8823 = ES5S§§§ v Green I shrimp | the s TaqM eisa ts
2z 2| & S5¥R3 o SYBR f severa idering ith the ibed her d mutan
g8 g2 Laaa 9 ication o Cons red w descri D an YBR
§E STTTE tificati 24,25]. o hod AHPN the S
o 2 ggg 2] V [24, hen he me ause ore, 18S
Ez g '3*538& nd YH say w s, t hat ¢ hermore, P
= 8 & as dyes, t Furt hrim
T c8 g &g g8 a Green Green ibrio spp. irB cene. (the s the
g o a = EE g SYBR YBR . f Vibri . irB g trols . ue to
38 £ £ SEEE cost of th;e1 Sdetecnonhor the pirA oriI; ternal c?n negatives d
) 8“‘3‘::% for the in eithe: two id false
S g n n as 1
§ g é 2 8 § § g tOOl' hat conta ibed here h. A) to avo
xR e g g g trains t describ ial 16S rRN
e % @ g £ i s & § en assay bacterial
228 2R Gre d the
E Wl o é“*gé%% rRNA an
& =t 8 Q e
:.g: °°c\c> o B g%?gi%%:.iu%
& 2 9 q& 9 3 m 2 4 o N4
S %2 558 e
'2 3 = o q — — o a —
c = «\ o — \3 m [a =
H T @ =i < (=)
+ 3 2 - g ana
2 E g &
] S ]
B =8

24



R. Cruz-Flores et al. Molecular and Cellular Probes 43 (2019) 20-28

1.75 1
1.50 1
1.25 1

1.00 | p’rB pirA

ARn

0.75 1

0.50

0.25 4

0.00 1

02468101214{6182!122423281]3234)3384042
Cycle

Fig. 3. Simultaneous amplification of the pirA and pirB genes by the duplex TagMan assay. The amplification curves of pirA and pirB are indicated.
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Fig. 4. Standard curve for the pirA and pirB genes. The VppirA80 and VppirB149 plasmids were serially diluted from 10° to 10" copies/ul and were used as a template
for PCR. The Ct values are plotted against the logarithm of their respective copy number. (A) A standard curve for the pirA gene generated using the SYBR Green assay
with a log linear dynamic range of 6 orders of magnitude with an R? value of 0.998, slope of —3.34 and amplification efficiency of 99.12%. (B) A standard curve for
the pirB gene generated using the SYBR Green assay with a log linear dynamic range of 6 orders of magnitude with an R? value of 0.999, slope of —3.381 and
amplification efficiency of 97.59%. (C) A standard curve for the pirA gene generated using the TagMan assay with a log linear dynamic range of 6 orders of magnitude
with an R? value of 0.998, slope of —3.549 and amplification efficiency of 91.32%. (D) A standard curve for the pirB gene generated using the TagMan assay with a
log linear dynamic range of 6 orders of magnitude with an R? value of 0.980, slope of —3.101 and amplification efficiency of 110.14%.

25



R. Cruz-Flores et al. Molecular and Cellular Probes 43 (2019) 20-28

A. B

1
0.1
0.01 / /
=
o
g
0.001 j
0.0001 \
0.00001
0.000001
2 4 ] a8 10 12 14 16 18 20 2 24 F:] 23 0 2 3 N 38 0
Cycle

B .

0.1

0.01

ARn

0.001

0.0001

0.00001

0.000001
2 4 ] a 10 12 14 16 18

2 2
Cycle

Fig. 5. Detection sensitivity of the SYBR Green and TagMan assays using AHPND-infected Penaeus vannamei from the experimental challenge test. (A) The SYBR
Green assay was able to detect the pirA, pirB, 18S rRNA and 16S rRNA down to 200 fg of total DNA. (B) The TagMan assay showed a similar sensitivity also detecting
both genes down to 200 fg of total DNA. The red amplification plot represents 20 ng of total DNA, pirA (Ct = 19.39 =+ 0.44), pirB (Ct = 17.11 * 0.23). The yellow
amplification plot represents 2 ng of total DNA pirA (Ct = 22.80 * 0.41), pirB (Ct = 20.53 * 0.24). The green amplification plot represents 200 pg of total DNA
pirA (Ct = 26.49 + 0.15), pirB (Ct = 23 * 0.27). The turquoise amplification plot represents 20pg of total DNA pirA (Ct = 29.34 + 0.26), PirB
(Ct = 27.19 = 0.33). The light blue amplification plot represents 2 pg of total DNA pirA (Ct = 32.18 * 12), pirB (Ct = 30.55 =+ 0.27). The navy blue amplification
plot represents 200 fg of total DNA pirA (Ct = 35.03 = 0.32), pirB (Ct = 32.55 = 0.30).
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poor DNA quality or the inhibition during amplification. Based on the
need, the assay can be performed in a single or duplex format for the
detection of either one or both toxin genes. Duplex TagMan real-time
PCR has also been extensively used for the simultaneous detection of
avian pathogens (avian reovirus and Myoplasma synoviae), human pa-
thogens (Eschrichia coli 0157), amphibian pathogens (Batrachochytrium
dendrobatidis and Batrachochytrium salamandrivorans) and shrimp pa-
thogens (WSSV, Taura Syndrome Virus and PstDNV1) [26-30]. The
sensitivity and specificity of the TagMan assay was equal to the SYBR
Green assay and it can also be used in a single format to detect just one
of the two toxin genes. An added advantage of the TagMan assay is it
requires much less time for completion (27 min) since no melt curve
analysis is needed making this a valuable tool in detecting Vibrio spp.
that causes AHPND as well as mutant strains. However, TagMan assay
is costlier than the SYBR Green assay due to the higher cost of the re-
agents and the probes.

To summarize, we have developed a multiplex SYBR Green and a
duplex TagMan real-time PCR for the simultaneous detection of the
binary toxin genes, pirA and pirB, that are the virulence factors in
causing AHPND in shrimp. The current OIE-recommended methods for
AHPND detection is based on a one-step conventional PCR [3] and a
nested PCR [13]. Therefore, the real-time PCR assays described here
represent a valuable tool for detecting AHPND-causing Vibrio spp. The
sensitivity and specificity of the assays will reduce time significantly
compared to the current OIE-recommended methods.
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