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oo 4 Identification of Vibrio campbellii as an emerging shrimp
pathogen and development of a hemolysin gene-based
multiplex PCR for the detection of V.campbellir, V.harveyi
and V.parahaemolyticus.
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General introduction

Shrimp industry is growing rapidly after 80’s, when there was a declining trend in the
wild shrimp catch and the demand for shrimp was increasing in a staggering pace. In 1982,
shrimp aquaculture contributed only about 5% of world shrimp supply; by 1994 this figure
increased to 30%. According to recent statistical data, aquaculture now accounts for 50% of
world shrimp supply. Globally, major earnings from shrimp farming were estimated about US
$7 billion in 2000. India is one of the major shrimp producing countries having a gross
production level of around 2 million tones of reared shrimps. In spite of an increasing trend of
shrimp production in recent years, the growth curve shows relatively stationary phase. The
main reason for this reduction in growth acceleration is mainly due to outbreak of some diseases,

both of bacterial and viral origin. Slow down of growth not only hamper domestic economy, it



can also have indirect effects on the export trend. The major importers of Indian shrimp are EU,
the US and Japan. Although export trend for the US and EU recently remains constant with 28
and 25%, respectively, the export to Japan has shown a declining trend with only 17.79% in
recent year. Research on shrimp disease has a special importance in India because of its big
impact in national economy.

Vibrios are the most important bacterial species contributing to the shrimp diseases
mainly in the tropical countries including India. There were many reports about shrimp disease
caused by different Vibrio spp. from long past. However, due to lack of accurate identification,
causative agents of diseases were frequently identified as Vibrio harveyi-related organisms.
Since proper identification of species is very important for appropriate prophylactic measures,
attempts have been made by many researchers to identify disease-causing bacteria correctly. A
hard task in the aquatic environment is to identify the appropriate organism responsible for the
disease and to prove the pathogenic potential of the isolated strain. Artemia is an excellent
model system for studying the pathogenic potential of many bacterial strains. As it is easy to
culture and have very short life cycle, many contemporary studies have used Artemia model to
examine the pathogenic mechanisms.

Recently, a bacterial disease outbreak was reported from a group of shrimp farms
situated in the northern part of Chennai in south India. Disease symptoms were similar to
vibriosis caused by different Vibrio spp. and there was no symptom of white spot disease
generally caused by Systematic Ectodermal Mesodermal Baculovirus (SEMBV) in any of the
pond throughout the culture. In the present study (1) bacteria were isolated from both diseased
shrimp and pond environment of these affected shrimp farms and were identified systematically,
(2) pathogenic potential of selected isolates were evaluated against Artemia model, (3) a simple
multiplex PCR was finally developed to identify closely related V. harveyi, V. campbellii and V.
parahaemolyticus simultaneously to reduce the ambiguity of identification problem.

Chapter 1. Isolation and identification of Vibrio campbellii as a shrimp pathogen

In the north coastal Chennai area, shrimp disease was observed in 3 farms (A, B, and C)
consisting of 5, 6 and 8 ponds, respectively. The average size of the ponds was 0.5 to 1.0 hector
(1 hector=10,000 m?) with stocking density of 8-12 no./Sq.m (semi intensive type culture).
During the months of November, 2004 to March, 2005 sudden shrimp disease broke out in these
ponds. Disease symptoms included initial reduction in food uptake and arrested growth,
followed by lethargic movement near the dyke during night and frequent death. Preliminary
investigation revealed that the responsible bacteria might be pathogenic vibrios. Due to high
phylogenetic similarity among marine vibrios, it is difficult to identify pathogenic strains.
However, proper identification of strain is important for appropriate prophylactic measures.

In the present study a systematic screening was performed to identify the bacterial



group responsible for the disease outbreaks in the three shrimp farms. Initially a total of 88
isolates were biochemically identified. Biochemical tests revealed all the isolates were close to V.
harveyi. Afterwards, 28 isolates were randomly selected and molecular identification was
performed to improve the fidelity of identification. Initially species identification of these 28
isolates was done by sequencing of 16S rRNA and pyrH genes. Each pyrH gene sequence from
all experimental strains was compared with published sequence data using genomic library
(http://www.ncbi.nih.gov/BLAST) and 26 strains showed highest homology to published V.

campbellii sequences with maximum score and lowest E value and remaining 2 strains showed
closest match with published V. harveyi sequences. Based on the 16S rRNA and pyrH sequences,
a maximum-parsimony phylogenetic tree was constructed with MEGA 4 software using
neighbour-joining (NJ) program. Twenty-six strains formed a cluster with V. campbellii type
strain (ATCC 25920") and the other two strains with V. harveyi type strain (ATCC 14126").
Ribotyping with Bgll was performed to evaluate the intra-specific variation in all
strains identified as V. campbellii and V. harveyi. Interestingly, all 26 strains of V. campbellii
were divided into 2 ribotype clones and other 2 V. harveyi formed a separate cluster. However
pathogenic strains did not form any separate cluster in the present study.
Chapter 2. Virulence potential of V. campbellii

In recent years, scientists are trying to develop a consistent and repeatable experimental
infection protocol for shrimp larvae. However, the infection studies with most shrimp species
have had limited success to date, mainly due to the intrinsic variability and lack of
reproducibility. There is an urgent need to develop a standardized protocol in order to evaluate
the virulence of different Vibrio strains associated with shrimp mortality. Artemia spp., the brine
shrimp, is an excellent model organism to study the mode of action of pathogenic bacteria, as it
can easily be cultured under gnotobiotic conditions. So far V. campbellii is known as
opportunistic pathogen but without any experimental proof. In the present study, attempt have
been made to prove pathogenic potential of selected V. campbellii strain using in vivo Artemia
model. Initially Artemia were hatched with autoclaved artificial seawater (ASW). After hatching,
the healthy Artemia cysts were kept for 6 hrs and in each unit for challenge study 30 numbers of
larvae were used. Bacterial concentrations were adjusted as 10%, 10° and 108 CFUmI™ in each
tube and challenge experiments were conducted under sterile conditions. Dead larvae were
collected after 24 hrs and bacterial strains were isolated and 16S rRNA gene sequence was
performed. After 48 hrs, numbers of live Artemia in each tube were counted and average
percentage of mortality (Myys) with standard deviation (SD) value was calculated. All
experiments were performed with three replicate per treatment to check the reproducibility.
Among 28 strains, 8 were highly pathogenic, 4 were moderately pathogenic and 16 were found
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to be non-pathogenic in this Artemia challenge model. LCsy values were determined for all
strains except those which caused either 100% or 0% corrected mortality in any of the used
concentration. This results were indirectly able to established that the disease was caused by
selected pathogenic strains of V. campbellii.

To examine the in vivo colonization potential of V. campbellii, a highly pathogenic
fluorescence-labeled strain IPEY54 and a non-pathogenic strain IPEY41 were fluorescently
leveled initially. Fluorescent leveling was done by adding five hundred micro liter of DTAF
solution (0.5 mg/ml) with 9.5 ml of bacterial suspension and mixture was incubated at 40°C
under the dark condition with shaking (90 rpm) for 2 hrs. Subsequently fluorescently labeled
bacteria (FLB) were inoculated at 10° CFU/ml in similar way as bacterial challenge study and
after 24 hrs incubation FLB accumulation in the digestive tracts of Artemia were observed.
Artemia challenged with fluorescently labeled pathogenic strain IPEY54 showed considerable
patches of FLB clumps in the intestine of the larvae and no patch was observed when
fluorescently labeled non-pathogenic strain IPEY41 was challenged against Artemia larvae.
This result illustrated the in-vivo colonization of experimental strain (IPEY54) in the intestine of
the Artemia larvae. Afterwards, colonization potentials of highly pathogenic strain IPEY54 and
non-pathogenic strain IPEY41 were studied. A sharp increase of 84-fold for highly pathogenic
strain (IPEY54) and a slight decrease of 0.1-fold for non-pathogenic strain (IPEY41) in
cultivable counts were found in Artemia larvae after the bacterial challenge indicating higher
colonization potential of the pathogenic V. campbellii strain.

Chapter 3. Development of a hemolysin gene-based multiplex PCR for the
detection of V. campbellii, V. harveyi and V. parahaemolyticus

Simple and specific identification of disease-caused bacteria is essential for taking
preventive and curative measures in agquaculture settings to enhance production and for better
understanding of ecological and epidemiological events. Single, duplex or multiplex PCR based
identification is a popular and accurate method to differentiate many closely related bacterial
species. However success of this method depends on the selection of appropriate target gene,
which should be species-specific, widely distributed and also very stable in the genome.
Hemolysin is a widely distributed toxin among different Vibrio spp. Therefore, this gene was
targeted for multiplex PCR. The hly gene sequences for some V. harveyi and V.
parahaemolyticus strains already existed in GenBank data base (NCBI). However, no hly gene
sequence of V. campbellii could be found in the NCBI database in the beginning of the present
study. Therefore, complete hly gene sequence of V. campbellii was performed initially for
developing species-specific primers. Then successfully developed a hly gene-based multiplex
PCR which are highly sensitive and specific to differentiate the closely related species such as V.
campbellii, V. harveyi and V. parahaemolyticus. Detection limit of all three-target species were



in between 10 to 100 cfu/PCR tube. The multiplex PCR was evaluated with 29 V. campbellii, 16
V. harveyi and 69 V. parahaemolyticus strains isolated from environment. Seventeen other
Vibrio species, Photobacterium damselae and 9 clinical non-Vibrio species were also examined
and this method was confirmed to specific.

Conclusions
The present study conducted a complete investigation of a shrimp disease outbreak in

south India by detection of pathogen, prove the pathogenicity and finally development of a

simple PCR based identification method to strengthen the future prediction system against this

disease. Details are described as below:

e A bacterial disease with reduction of food consumption, lethargy and death was reported in
three shrimp farms from Tamil Nadu near Chennai, south India. Biochemical identification
followed by 16S rRNA and pyrH gene sequencing revealed dominance of mono-specific
bacteria during disease outbreak and the responsible bacteria were V. campbellii (26 in
numbers) and V. harveyi (2 in numbers).

¢ Ribotyping was able to differentiate V. campbellii from V. harveyi and all V. campbellii were
divided into 2 clusters.

¢ In vivo pathogenic potentials of all 28 isolates revealed 8 were highly pathogenic, 4 were
moderately pathogenic and remaining isolates were non-pathogenic against Artemia.

e Fluorescence labeling and co-infection revealed highly pathogenic strain produced
fluorescent patches in the digestive tract with 84 fold increase in colonization potential in 24
hrs.

e A multiplex PCR based identification was developed for simultaneous detection of V.
campbellii, V. harveyi and V. parahaemolyticus.

EREROEE

T EHAG IR U CFHE = B, 1982 4E TIE R 2R CHAGE D 5% T Lo 7oA,
1994 £E(21E 30%FE T, F-KITOWE TIL 50%CETHML TS, ZoFFzE LT,
TEOIIEIZ LD HEEOBDCTFEOMMNH Y | = ERFEFESIL 1980 FLIRE, 2
HIZHER LTWD, A & RIEEET E2FRK 200 T FAEL TR R TR FE
T EDAFEED 1 OTHDH, LU L, ITFEZEORNMEN (2 1EH 230300 DD



AN, FORXLEHE L THES YA VAL ARYENRFRRF & e>TWWA, =t
O E OB ITEHE ORFICEEEZ 5.2 2 0B TR MAERIZLZRKOEEL 5.
25, TEDORKUICET DML, A FEOT EORIHEXORAREICE - TITIE
WICEHERRETH D,

BT OE A IZB W TE 7 U A RME T EORKOBEKE & LT b HEE M
FHDO1OTHD, xR 7 VA BHEN T EORLKOREKR &5 Z ERAmEsSh T
Bo LU S EfE/RERREEN/L L TE LT, 2L DAY T U A/ —_A
M E LTSN CE 7z, IEEICHEMEZRIET 5 Z &id, BB ToxRzi# L5 E
ICBWTHLEETH Y, £ < OFREIC L - TET U A BME O 72 FE R E 2B
TOHMEPITONTE I, SHIZ, TORHMEEZFRE L7c®., £ OENERITHRIRME A~
FTHEIDEHERTHZEEVERTHDL, BT T 7 N D1IETHLIT AT IT
(Artemia salina) 1%, E5BENLIIE S THO T4 7 A ZANEBNZ LB ED
PR Z TR D FIZB W TR GEBNICEREFEROET LV E R D, TF, A Y R OF
= A JEEIALE T A O = E OFIEY T B ORYHEN AT LTz, £ OIS
UANAEIZ LD DT BTV A BMEEIZ X2 AR R S, ARAFFE T,
FIET B & T B ORYYENIAE LTt DAE & B L MEEZ2FRELE Y U A
N _RY—=ThnHZEEHLMNI L, 52, HEEEOREMEICOWTT AT ITE
TNERWTHEN L, TEORKOFKE 250 EOE T VAR — BT U %
IN=ASA ROWGRE T A OFEERGE 72 PCR IZ KX 2 HEDBRSE &3l 2 7z,

1 E TR, BIMG CRIE L= v LB O KD BJRIKE & b 2 M5 88 tha
HEEL, bR R o v 7 VA BME E LCRE LTz, £0Hnn 28 ki 7
VA LITEDY, 16S rRNARAG T & pyrHBAR T 2T L. 26 BRI T U A XY — 2
RIZEZ U A=A LREE LT, BellWHILIZ K D U REZ A B 72 E 0, €7 VA0
PARY I 2FEO U RLZA TSI, BTV ANA—_AF L FEED Y R Z A T FES N
HZEEHDLMNE LTz,

BWo2ETIH, RIETENLNEE L7287 U A H o _RY —NEBRITF R E2 6T 2006
MTNT ITETNE TN Lz, TORR. 8 FRIZFEFITMWIRREMEEZ R L, 4
FRISHREOHEMEZ R L, tho 16 R 2 mEMEZ RS oz, sRVRIENE 2R
LT VAD R —1 BREREMEZ RS R o e 87 U AT R —1 Bk & s R
WML, T AT ITIWCEG L L AR EZ RIS RP SR TIET VT I 7 OMLEN
THORITBER SN2 o 728, JRIFPE O IR VE TIXTELE N TV EE RN BIE S v,
S BITHRFPEDIRVERTIX, 747 I 7 OWELEN CHE OIS BIE S, BLED
ERIVFEEOE T YA H LY —R, TEOMLENICES LT EORYES 5| X i
LTV AREEEZ R LT,



FBIETIE, BTV AR —DOA~EY VBB TORBELREL, ~EY v
BRTICHESSET VA AR — BT U A N—_A LIFRET Y 4 % R BRI
TEDLYNF Ty 7 APCRIEZFE LIz, ZO~/LVTF 7Ly 7 APCRIEIZIPCRTF = —7
&1V 10 fE 5 100 HOEAFAET L, 2 b 3 WA RRICHRE L, #h T
HZEEHLMNE LT,

UEORERIL, BT VA D o RN =R EORK[DRK e D Z e ammeL, £727
NTITETNERWTEOREMEZPID THONE Lz, &5, EZ U4 R
—DONEY U UBLETOEEEEH LML, ~NEY VUVBLRICESS I 3R
OfEfE « R~ L F 7 Ly 7 APCRIEIC L D - BERNEEZ IR L7c, 2D Ok
X, O RRFEMEOREICE E 6T, Z0ENREEDRRE bITV., BREFD
ORI TIKEFZOZIFIZBWTHOEZRREMEZTDEEZ26ND, -5 T, ik
AREROFER L T, il (BRES) OFMNERG T2 L2lY LRBD5,



