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Identification of penaeid shrimp from Chilika Lake through DNA barcoding
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ABSTRACT

Chilika Lake is one of the prolific habitats of shrimps in India and offers tons of commercial trading
every year. The genetic diversity of penaeid shrimp species in this oldest and largest brackish water
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lagoon is unknown so far. The DNA barcoding is emerging as an essential supportive tool for morph-

ology-based species identification. In this study, we have generated DNA barcode data of morphologic-
ally identified six penaeid shrimps from Chilika Lake. Most of the generated sequences revealed
99-100% similarities with the conspecific database sequences (GenBank and BOLD). More than one dis-
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tinct clade in NJ tree and high-genetic variability were resulted in P. monodon (6.5% to 8.8%), L. vanna-
mei (3.2% to 5.8%) and M. monoceros (2.3% to 3.5%). The resulted genetic variation within the species
depicted different population correlate with the different sampling locations. Thus, more extensive sur-
vey and generation of more DNA barcode data of penaeid shrimp from the diverse geographical area

might resolve the uncertain genetic distance within the species.

1. Introduction

Chilika Lake is one of the largest brackish water lagoon in
the east coast of India and second largest lagoon in the
world. Geological data evidenced that, the coastal lagoon
was part of Bay of Bengal during the later stages of the
Pleistocene period. Due to several geological factors and cli-
matic change, the lagoon was split from the Bay of Bengal
and connected to the sea by an irregular channel. Further,
the linking freshwater rivers and stream into the lake form a
part freshwater character and that allows proliferation of an
amazing number of species diversity. A major survey by
Zoological Survey of India in 1985-88, revealed over 800 ver-
tebrate fauna recorded from this oldest aquatic ecosystem,
covering an area of over 1100 km? (WWF 2008). Several fish-
ermen communities sustain their livelihood by catching and
trading the inhabiting aquatic bio-resources around this lake.
However, in last two decades the extant fauna of Chilika
Lake confront several natural and anthropogenic threats. A
number of marine, brackish water and freshwater biota of
this lake are now listed in the endangered, threatened and
vulnerable categories (IUCN 2017). Thus, the monitoring of
ecological changes and other related factors as well as
intervention of molecular techniques for accurate species-
level identification and their conservation measures are
urgently required.

This brackish water ecosystem is also known as a prolific
habitat of Crustacean biodiversity, with six species of penaeid
shrimps recorded so far (Reddy 1995), viz., Penaeus monodon,
Penaeus semisulcatus, Fenneropenaeus indicus, Metapenaeus

monoceros, Metapenaeus affinis, and Metapenaeus dobsoni.
The shrimps are ecologically and economically important spe-
cies as they play a significant role in the ecosystem as well as
highly traded as one of the lucrative seafood (Jayachandran
2001). Every year tons of penaeid shrimps are traded from
this lake, nevertheless, due to several anthropogenic threats,
the native population are frequently affected by diseases and
loss the economic value (Rath and Dev Roy 2009).
Furthermore, owing to the expanding distributions of shrimps
in marine eco-system, invasive species often invade the indi-
genous species eco-system and possess competition in the
same niche (Wakida-Kusunoki et al. 2011). The morphology-
based species identification and estimates of the diversity of
penaeid shrimps, is difficult because of their morphological
variations in different life stages, phenotypic plasticity and
sexual dimorphism (PrasannaKumar et al. 2012). Hence, the
morphology-based assessment frequently misleads the spe-
cies identification and thus increases the risks of seafood
fraud (Nicole et al. 2012; Maralit et al. 2013).

The partial fragment (~650bp) of mitochondrial DNA
(mtDNA), the cytochrome C oxidase subunit | (COI) gene has
been standardized to identify the penaeid shrimps (Rajkumar
et al. 2015; Jose et al. 2016; Saad and El-Sadek 2017).
Different molecular-based approaches also have been tested
to identify the commercialized products of shrimps to con-
firm their origin (Besbes et al. 2015). So far, several studies
were aimed to determine the diversity of shrimps from
southern part of India through DNA barcoding approaches
(Mamatha et al. 2016; Subbaiya et al. 2017). However, the
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Figure 1. (A) Collection locality of the studied penaeid shrimps species from Chilika Lake of eastern India. (B) Neighbour-joining (NJ) tree of the studied penaeid

shrimps with bootstrap support. The crab species, Galene bispinosa used as an out

-group in the phylogeny. The black dots represent the generated sequences in this

study. The collection localities of the generated and database sequences were also mentioned in the tree after accession numbers and species name. Colour bars
(light and deep) show the ambiguous clade of some penaeid shrimp species in the present study correlate to the high-genetic variability.

DNA-based investigation of penaeid shrimps has never been
attempted from Chilika Lake. Hence, the research work first
aimed to determine the efficacy of mitochondrial cyto-
chrome oxidase subunit | gene (mtCOI) gene to identify the
taxonomically identified penaeid shrimps from Chilika Lake
and also evaluate the genetic variability. This baseline inte-
grative approach would substantiate the further taxonomic
research on penaeid shrimps from India and other regions.
The generated barcode data would enrich the global data-
base, help to estimate the population structure of morpho-
logically static species and also detect the commercial
seafood fraud.

2. Materials and methods
2.1. Sampling and morphological identification

The penaeid shrimps were collected from Nalabana island of
Chilika Lake (19.69 N 85.29 E) in eastern coast of Odisha state.
The collected specimens were identified by available keys
(Reddy 1995; Isabel 1997; Dholakia 2010). The specimens
were preserved in 70% alcohol and deposited in the
Crustacea Section of Zoological Survey of India, Kolkata.

2.2. Genomic DNA isolation, PCR and sequencing

The total genomic DNA was extracted from the muscle tissue
in 500 pl ATL buffer containing 50mM Tris-HCl (pH 8.0),
25mM EDTA (pH 8.0), and 150 mM NaCl by Proteinase K (200
pg/ml)  with  standardized Phenol-chloroform extraction
method (Sambrook and Russell 2001). The extracted DNA is
checked by 1.5% Agarose gels electrophoresis using standard
protocol. For amplification of mtCOl segment, the published
Primer pair was used (Folmer et al. 1994). The 25ul PCR reac-
tion mixture contains 10 pmol of each primer, 10-20 ng of
DNA template, 1x PCR buffer, 1.0-1.5 mM of MgCl2, 0.25
mM of each dNTPs, and 0.25 U of high-fidelity TagDNA poly-
merase. The thermal profile for PCR was set as initial denatur-
ation at 94 °C for 2 min, followed by 30 cycles at 94 °C for
45 s, 50 °C for 45 s and 72 °C for 1 min, and subsequent stor-
age at 4 °C and amplification was performed using a Veriti®
Thermal Cycler. The PCR product was purified using
QIAquickR Gel extraction kit and cycle sequencing products
were cleaned by using standard BigDye X Terminator
Purification Kit. The bidirectional sequencing was generated
by the 48 capillary array Applied Biosystems 3730 DNA
Analyzer in the in-house sequencing facilities in the
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Table 1. Average evolutionary K2P genetic divergence over sequence pairs between and within groups of the studied penaeid shrimps species group as resulted

in the NJ phylogeny.

Between groups

Within groups

P. monodon_Clade-|

P. monodon_Clade-Il 7.5

M. japonicus 196 19.6

M. kerathurus 169 177 157

F. merguiensis 157 180 186 185

F. penicillatus 16.1 167 181 185 6.9

F. indicus 171 162 180 211 136 148

P. semisulcatus_Clade-I 160 175 203 190 163 164 18.1
P. semisulcatus_Clade-ll 167 182 202 202 180 173 177
L. setiferus 179 172 192 21.0 183 172 182
L. vannamei_Clade-I 211 212 227 222 198 209 204
L. vannamei_Clade-ll 180 181 209 208 188 20.1 19.0
M. dobsoni 224 237 238 257 242 245 250
Penaeidae_sp. 234 232 225 241 233 235 233
M. monoceros_Brazil 232 224 241 235 232 234 226
M. monoceros_Chilika Lake 23.7 235 245 238 241 247 229
M. ensis_Chilika Lake 241 233 254 250 245 254 226

0.3
0.8
0.3
n/c
0.3
n/c
1.2
1.9
15.9 0.1
19.0 20.2 0.3
206 195 16.0 1.5
174 188 124 45 0.4
243 276 244 236 234 0.1
226 251 224 255 235 205 n/c
232 231 235 276 257 194 9.2 0.2
245 239 235 276 253 199 116 27 0.6
253 248 249 298 274 212 112 32 35 0.8

n/c: not able to calculate due to single sequence. High K2P genetic divergences within the species are highlighted by grey colour.

Zoological Survey of India, Kolkata. The generated sequences
were checked by Sequence Analysis software (ABI) and
assured by online BLAST search program and ORF finder.
Finally the generated sequences were submitted in global
database (GenBank) to acquire the specific accession number.

2.3. Dataset preparation and sequence analysis

We screened the GenBank database to acquire the publicly
available COl sequences of penaeid shrimps (family
Penaeidae). The bi-directional chromatograms of the gener-
ated sequences were checked and the noisy parts were
trimmed at both the ends to avoid the noisy part. The
nucleotide BLAST (BLASTn) program was used to evaluate the
sequences. The screened fragments were aligned using
ClustalX software (Thompson et al. 1997) and finally, each of
the sequences was compared in NCBI through BLASTn and
ORF finder to examine the complete alignment and stop
codons (http://www.ncbi.nIm.nih.gov/gorf/gorf.html).
Primarily, the generated sequences were identified at the
online identification system, in GenBank with ‘Highly similar
sequences (megablast)’ and BOLD databases with ‘All Barcode
Records on BOLD'. The total dataset consists 16 generated
sequences of six morphologically identified species, viz., P.
monodon, F. indicus, Litopenaeus vannamei, M. dobsoni, M.
monoceros, Metapenaeus ensis and 44 representative sequen-
ces (including one out-group) of same and related taxa from
the database. The mtCOIl sequences were analyzed through
Neighbour-Joining (NJ) tree and Kimura 2 parameter (K2P) by
using MEGAG6 to infer the genetic distance and monophyletic
clustering of the studied taxa (Tamura et al. 2013).

3. Results and discussion

The generated sequences of the studied penaeid shrimp spe-
cies from Chilika Lake were annotated (616bp) and submitted
into the global database (GenBank) to acquire the unique
accession numbers. Most of the generated sequences show
99-100% similarities with the conspecific database sequences
in both GenBank and BOLD. However, the studied sample

(ZSI_CP19) was unable to identify due to lack of morpho-
logical characters and classify up to family level, as Penaeidae
species based on similarity search results in both GenBank
and BOLD database. The estimated NJ tree depicted cohesive
clustering of the dataset sequences with high bootstrap sup-
port (Figure 1). However, the ZSI_CP19 sample shows distinct
clade within Metapenaeus genus in NJ tree and shows
20.4-20.6% genetic divergence with M. dobsoni (Table 1).
Further, the ZSI_CP19 also shows 9-11.7% genetic divergence
with M. monoceros and M. ensis, that evidenced sister species
of M. monoceros and M. ensis.

The F. indicus and M. dobsoni showed distinct clade with
the database sequences with 0.2% to 2.5% and 0% to 0.3%
K2P genetic divergence, respectively (Table 1), however, the
P. monodon, L. vannamei, M. monoceros and M. ensis showed
ambiguous clustering with the publically available database
sequences. The NJ tree depicted the Marsupenaeus japonicus
and Melicertus kerathurus as sister species in the dataset.
However, Fenneropenaeus merguiensis and Fenneropenaeus
penicillatus are close to the F. indicus, as belonging to the
same genus. The four database sequences of Penaeus semisul-
catus, resulted two different clades in the NJ tree and not dis-
cussed further. The sequences of Litopenaeus setiferus
resulted sister clade with L. vannameij in the present NJ phyl-
ogeny. The Kimura-2-parameter (K2P) genetic divergence was
further calculated to resolve the ambiguous clade as resulted
for the penaeid shrimps collected from the studied locality.
Each species with ambiguous clade are discussed below with
their collection localities and assumed their variation in gen-
etic level.

It is evident that the mtCOI is a successful partial gene
segment to construct the phylogeny of crustacean species
(Saad and El-Sadek 2017). In this study, Penaeus monodon
shows two distinct clade in NJ tree, one clade (P.
monodon_Clade-l) consisting of eight sequences, generated
from Germany (commercialized products), Brazil, Sri Lanka,
China, West Coast of India, Chilika Lake and the other clade
(P. monodon_Clade-ll) consisting of three sequences, gener-
ated from Philippines, China and Thailand (Figure 1). The K2P
genetic divergence within the P. monodon_Clade-l is ranging
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from 0% to 0.8% and P. monodon_Clade-ll is ranging from
0% to 1.3%. However, the P. monodon_Clade-l and P.
monodon_Clade-Il shows 6.5% to 8.8% genetic divergence
(Table 1). Thus, the resulted high-genetic divergence between
the two clades in the dataset might depict two different
population of P. monodon within or outside of the collection
localities.

The white leg shrimp, L. vannamei has been popularly
known as one of the successful species in Indian aquaculture.
This pathogen-free species has shown phenomenal farming
growth and reported production of 2.80 lakh tones during
2012-2013 (CIBA Annual Report, 2013-2014). Although, L.
vannamei is native to the tropical East Pacific from the Gulf
of California, Mexico to northern Peru; but presently regarded
as one of the most widely cultured shrimp in the world
(Holthuis 1980; Liao & Chien 2011). In the present dataset,
the L. vannamei shows two clades in NJ tree, one clade (L.
vannamei_Clade-l) consisting of four sequences; generated
from both east and west coast of India. However, the remain-
ing 10 sequences were generated from Egypt, Germany (com-
mercialized products), China (commercialized products) and
Chilika Lake. The L. vannamei_Clade-l and L. vannamei_Clade-
Il also shows high genetic divergence (3.2% to 5.8%) and
might depicted two different population of L. vannamei.

Further, the M. monoceros and M. ensis often possess diffi-
culties in species-level identification due to overlapping mor-
phological characters. The present study identified three
specimens (ZSI_CP11, ZSI_CP3 and ZSI_CP4) as M. ensis, how-
ever, the molecular data resulted, ZSI_CP11 as M. monoceros
in NJ tree.The two specimens, ZSI_CP3 and ZSI_CP4 shows
distinct clade with high bootstrap support and sufficient gen-
etic divergence (2.8% to 4.7%) with M. monoceros. Although,
one specimen (ZSI_CP11) of M. ensis shows an equivocal
result, the morphologically identified two M. ensis specimens
(ZSI_CP3 and ZSI_CP4) confirms the genetic distinctiveness of
M. monoceros and M. ensis by partialmtCOlregion. Moreover,
the generated sequences of M. monoceros, collected from
Chilika Lake resulted distinct clade in NJ tree and high gen-
etic divergence (2.3% to 3.5%) with the database sequences,
generated from Brazil (Figure 1). Hence, the genetic distinct-
iveness within M. monoceros, assumed to be two different
population, one from the South Atlantic ocean and other
from the Indian ocean. The study revealed that the M. mon-
oceros population of Chilika Lake may represent restricted
gene pools, which need to be re-evaluated thoroughly.

The genetic variability or evenness of shrimp species have
been tested by mtCOI gene and the observed variations were
correlated to the geographical isolation (Vergamini et al.
2011; Rossi and Mantelatto 2013). Thus, the resulted ambigu-
ous genetic variability within P. monodon, L. vannamei and M.
monoceros in this present study, further compel more exten-
sive sampling and generation of more DNA barcode data of
studied species from different geographical localities to
resolve the genetic dissimilarity. Besides, the invasion of non-
native gene pool may possess threat to the indigenous
penaeid shrimp population in Chilika Lake. Thus, to monitor
and protect the native species in this eco-system and prevent
the ingress of exotic taxa, both morphological and DNA-
based species assessment may be adopted eventually.

Acknowledgements

We thank the Director of ZSI, MoEF&CC for providing necessary
permissions and facilities.

Disclosure statement

No potential conflict of interest was reported by the authors.

Funding

This study has been funded by Ministry of Environment, Forest and
Climate Change. We acknowledge the research funding for this work
from DST-SERB National Post-Doctoral fellowship (F. No. PDF/2015/
000302) to the first author SK and the core funding of ZSI. The funders
had no role in study design, data collection and analysis or preparation
of the manuscript.

References

Besbes N, Jérome M, Bergé JP, Sadok S. 2015. Authenticating the origin
of different shrimp products on the Tunisian markets by PCR/RFLP
method. Afr J Biotechnol. 14:2273-2281.

CIBA Annual Report. 2013-2014. Central Institute of Brackishwater
Aquaculture (CIBA). Chennai, India: Indian Council of Agriculture
Research.

Dholakia AD. 2010. Identification of prawns/shrimps of India and their
culture. Daya Publishing House. New Delhi, India.

Folmer O, Black M, Hoeh W, Lutz R, Vrijenhoek R. 1994. DNA primers for
amplification of mitochondrial cytochrome ¢ oxidase subunit | from
diverse metazoan invertebrates. Mol Marine Biol Biotechnol.
3:294-299.

Holthuis LB. 1980. Shrimp and prawn of the World (FAO species catalog).
FAO Fish Synop. Vol. 1. Rome: FAO.

Isabel PF, Kensley BF. 1997. Penaeids and Sergestoid shrimps and prawns
of the world: keys and diagnoses for the families and genera. Paris:
Muséum national d’Histoire naturelle.

IUCN. 2017. The IUCN Red List of Threatened Species. Version 2017-1.
http://www.iucnredlist.org. Accessed on 10 October 2017.

Jayachandran KV. 2001. Palaemonid prawns biodiversity, taxonomy, biol-
ogy and management. Kolkata: Oxford & IBH Publishing Co. PVT. Ltd.

Jose D, Nidhin B, Anil Kumar KP, Pradeep PJ, Harikrishnan M. 2015. A
molecular approach towards the taxonomy of fresh water prawns
Macrobrachium striatum and M. equidens (Decapoda, Palaemonidae)
using mitochondrial markers. Mitochondrial DNA A DNA Mapp Seq
Anal. 27:2585-2593.

Liao IC, Chien YH. 2011. The Pacific White Shrimp, Litopenaeus vannamei,
in Asia: The world's most widely cultured alien crustacean. Invading
Nature - Springer Series in Invasion Ecol Spr Stut Technol. 6:489-519.

Mamatha DM, Jyothi S, Sharmila S, Khedkar GD. 2016. Molecular phyl-
ogeny of South Indian prawn species by DNA barcoding using COI
gene as a marker. Computational Science, Mathematics and Biology.
1:56-58.

Maralit BA, Aguila RD, Ventolero MFH, Perez SKL, Santos MD. 2013.
Detection of mislabeled commercial fishery by-products in the
Philippines using DNA barcodes and its implications to food traceabil-
ity and safety. Food Control. 33:119-125.

Nicole S, Negrisolo E, Eccher G, Mantovani R, Patarnello T, Erickson DL,
Kress WJ, Barcaccia G. 2012. DNA barcoding as a reliable method for
the authentication of commercial seafood products. Food Technol
Biotechnol. 50:387-398.

PrasannaKumar C, John BA, Khan SA, Lyla PS, Jalal KCA. 2012. Limit of
DNA Barcode in Delineating Penaeus monodon and in its developing
stages. Sains Malaysiana. 41(12):1527-1533.

Rajkumar G, Saravana Bhavan P, Udayasuriyan R, Vadivalagan C. 2015.
Molecular identification of shrimp species, Penaeus semisulcatus,
Metapenaeus dobsoni, Metapenaeus brevicornis, Fenneropenaeus indi-
cus, Parapenaeopsis stylifera and Solenocera crassicornis inhabiting in


http://www.iucnredlist.org

the coromandel coast (Tamil Nadu, India) using MT-COI gene. Int J
Fish Aquat Sci. 2(4):96-106.

Rath S, Dev Roy MK. 2009. Prawns (Crustacea: Decapoda). Estuarine
Ecosystem Series. 5. Fauna of Krishna Estuary. Calcutta: Zoological
Survey of India.

Reddy KN. 1995. Crustacea: Decapoda. Zool. Surv. India,
Wetland Ecosystem Series 1: fauna of Chilika Lake. 367-389.
Edited by The Director, Zoological Survey of India, Kolkata,

India.

Rossi N, Mantelatto FL. 2013. Molecular analysis of the freshwater prawn
Macrobrachium olfersii (Decapoda, Palaemonidae) supports the exist-
ence of a single species throughout its distribution. PLoS One.
8:254698.

Saad YM, El-Sadek HEA. 2017. The efficiency of cytochrome oxidase
subunit 1 gene (cox1) in reconstruction of phylogenetic relations
among some Crustacean species. Int Schol Sci Res Innov.
11:515-520.

Sambrook J, Russell DW. 2001. Molecular cloning: a laboratory manual.
New York: Cold Spring 509 Harbor Laboratory Press.

MITOCHONDRIAL DNA PART B: RESOURCES 165

Subbaiya R, Narasimman S, Lawanya R, Mahavinod Angrasan JKV,
Masilamani Selvam M. 2017. Studies on proximal composition and
DNA barcoding of marine shrimps from Thondi, Tamilnadu, India. Int
Res J Pharma. 8:59-62.

Tamura K, Stecher G, Peterson D, Filipski A, Kumar S. 2013. MEGAG6:
Molecular Evolutionary Genetics Analysis version 6.0. Mol Biol Evol.
30:2725-2729.

Thompson JD, Gibson TJ, Plewniak F, Jeanmougin F, Higgins DG. 1997.
The CLUSTAL_X windows interface: flexible strategies for multiple
sequence alignment aided by quality analysis tools. Nucleic Acids Res.
25:4876-4882.

Vergamini FG, Pileggi LG, Mantelatto FL. 2011. Genetic variability of the
Amazon River prawn Macrobrachium amazonicum (Decapoda, Caridea,
Palaemonidae). Contr Zool. 80(1): 67-83.

Wakida-Kusunoki AT, Angel LEA, Alejandro PC, Brahms CQ. 2011.
Presence of Pacific white shrimp Litopenaeus vannamei (Boone, 1931)
in the Southern Gulf of Mexico. Aquat Invasions. 6(1):5139-5142.

WWEF India. 2008. Chilika Lake. http://wwfindia.org. Accessed on 10
October 2017.


http://wwfindia.org

	Identification of penaeid shrimp from Chilika Lake through DNA barcoding
	Introduction
	Materials and methods
	Sampling and morphological identification
	Genomic DNA isolation, PCR and sequencing
	Dataset preparation and sequence analysis

	Results and discussion
	Acknowledgements
	Disclosure statement
	References


