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Preface

When I hear of the destruction of a species, I feel just as if all
the works of some great writer have perished.

—Theodore Roosevelt

We know that when we protect our oceans we re protecting
our future.

—Bill Clinton

The oceans cover more than 70 % of our planet’s surface area, and the massive
marine and coastal environments are blessed with diverse marine life. To meet the
demands of increasing population we are becoming more reliant on the marine
bioresources. For example only the marine fish and invertebrates provide more than
2.6 billion people with about 20 % per capita protein consumption. To make the
marine environment sustainable, the proper assessment and conservation of marine
biodiversity is of prime importance. In the last decade, the molecular technique of
DNA barcoding has become an effective tool in the assessment and conservation of
biodiversity. The marine ecosystem is threatened by several activities such as
overfishing, introduction of invasive alien species, depleting mangrove and sea
grass cover, illegal trading of endangered marine species and their body parts, etc.
DNA barcoding plays a very significant role in all these aspects along its primary
role in the proper and prompt identification of species. In this book we discuss
DNA barcoding from the marine perspective.

The present book offers insights into different aspects of DNA barcoding in
relation to the marine habitat. The chapters cover diverse marine life including
marine plants such as phytoplanktons, marine algae, seagrasses, and also marine
animals as marine invertebrates including the primitive nemartines, horse shoe
crabs, fishes, etc. Since marine fishery has a very significant role, a special emphasis
has been given to DNA barcoding of marine fishes including Antarctic fishes. The
chapters also include aspects such as bioinformatics, seafood safety assessment and
authentication. Many of the chapters are based on the research projects and case
history studies conducted at specific sites and also around the globe. The chapters
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viii Preface

not only describe the promise of DNA barcoding but also some of its pitfalls. The
contribution made by authors from nine different countries has enriched this book.

The editors and the contributing authors think that this book will provide
important and interesting insights to DNA barcoding in the diverse and massive
marine ecosystem. Till date, only a few books are available on DNA barcoding and
we hope this book will fill the lacuna. This is the first book related to DNA
barcoding exclusively on marine organisms.

Tabuk, KSA Subrata Trivedi
Tabuk, KSA Abid Ali Ansari
Silchar, India Sankar K. Ghosh

Tabuk, KSA Hasibur Rehman
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Overview, Significance and Bioinformatics



DNA Barcoding in the Marine Habitat:
An Overview

Subrata Trivedi, Hasibur Rehman, Shalini Saggu,
Chellasamy Panneerselvam, Zahid Khorshid Abbas,
Igbal Ahmad, Abid A. Ansari and Sankar K. Ghosh

Abstract Major part of our planet includes the marine habitat which faces severe
threat due to overexploitation of its bio resources. Assessment of biodiversity in the
massive and diverse marine ecosystem is a challenging task. In this introductory
chapter, we give a brief description of the marine habitat and types of marine
organisms, followed by the concept of DNA barcoding. We also describe the
applications and different initiatives of DNA barcoding in the marine ecosystem.
A brief account of DNA barcoding in marine fungi, different groups of animals and
plants is also elucidated. This chapter gives a bird’s eye view on the DNA bar-
coding in the marine perspective.

Keywords DNA barcoding - Marine - COI - Biodiversity - Conservation

1 An Introduction to the Marine Environment

The marine water covers about 72 % of our earth surface and the oceans contain
about 97 % of the water that is present in the earth. The five world oceans in order
of size are as follows: Pacific Ocean, Atlantic Ocean, Indian Ocean, Arctic Ocean
and Southern Ocean. The largest ocean is the Pacific Ocean which covers about
one-third of the total area of our planet. The deepest trench-Mariana Trench
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(10,800 m) is also located in the Pacific Ocean. The Atlantic Ocean covers about
one-sixth area of the earth is the second largest ocean but has the longest coastline.
In the year 2000, the International Hydrological Organization delineated a new
ocean called Southern Ocean surrounding the Antarctica and extending up to 60° S.
The ocean currents which are regular movement of water from one part of ocean to
another have profound influence on the distribution and abundance of marine
organisms and particularly the phytoplanktons and zooplanktons. For example, the
confluence of cold Oyashio Current with the warm Curoshio Current off the Japan
coast results in huge number of planktons which in turn makes it an ideal fishing
ground. The alternate rise and fall of ocean surface water or the tides also play a
vital role in the coastal regions like the mangrove ecosystems. Besides the oceans,
the marine ecosystem also contains seas, bays, lagoons, salt marshes, estuaries,
coral reefs, kelp forests, etc.

The dynamic and massive marine environment is facing severe anthropogenic
threat which is severely affecting the marine biotic community which is in turn
affecting the health of our planet as a whole. Some of the threats include over-
fishing, pollution, global warming, rising sea level, El Nifio, depleting mangroves
and sea grass cover, coral bleaching and also introduction of invasive alien species.

Figure 1 shows the photograph of beautiful and biodiversity rich Red Sea.

. . A A

—— —————— . -

Fig. 1 Red Sea at Haql, Saudi Arabia. (Photograph by Dr. SubrataTrivedi)
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2 Zonations of the Oceans

The open oceans or the pelagic ecosystem is divided into several zones as follows:

2.1 Epipelagic Zone

This zone extends from the sea surface to a depth of about 200 m. This is the photic
zone where photosynthesis can take place.

2.2 Mesopelagic Zone

This zone is found below the epipelagic zone (200 m) and extends up to a depth of
about 1000 m.

2.3 Bathypelagic Zone

This zone is found below the mesopelagic zone (1000 m) and extends up to a depth
of about 4000 m.

2.4 Abyssalpelagic Zone

This zone is found below the bathypelagic zone (4000 m) and extends up to a depth
of about 6000 m.

2.5 Hadalpelagic Zone

This zone is found below the depth of 6000 m and includes deep sea trenches.

2.6 Littoral Zone

Littoral zone is the part of the sea that extends from the high tide water mark
through the intertidal region and up to as far as the edge of continental shelf. The
littoral zone can be further subdivided into three sections.
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2.6.1 Supralittoral Zone

This region is just above the spring high tide line which is also called supratidal
zone.

2.6.2 Eulittoral Zone

This is the intertidal region which is also called foreshore.

2.6.3 Sublittoral Zone

This zone is located below the eulittoral zone which is permanently covered with
sea water.

2.7 Benthic Zones

The bottom regions of the seas are called benthic zones.
Figure 2 depicts the different zonations of the oceans.

oceanic provinces and zones
pelagic

neritic oceanic

L)
A

sublittoral
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littoral g e ,
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Fig. 2 Different zonations of the oceanic region
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3 Types of Marine Organisms

Marine organisms can be broadly divided into the following three categories
depending on their habitat and locomotion.

3.1 Necton

They include animals that can move actively in the water like fish, turtles, etc.
which can propel through water either by swimming or by other means.

3.2 Plankton

They include phytoplanktons and zooplanktons that cannot propel through water. It
is to be noted that some of the larval stages of nectons can act as plankton since they
act as drifting community.

3.3 Benthos

These are organisms that dwell at the bottom of the sea floor. They may be free
living or attached to the sea floor. They cannot propel through water like the nekton.
Examples are echinoderms and molluscs.

4 The Concept of DNA Barcoding

Proper assessment and conservation of marine bio resources is urgently needed in
order to make this fragile ecosystem sustainable. The first step towards this effort is
the proper and prompt identification of marine species. Identification of species in
this huge and dynamic marine ecosystem is a challenging task. In the past, most of
the taxonomic identification of species has been based on classical morphological
methods. Taxonomic controversies relating to the identification of marine species
has been a long standing problem. With the advancement of modern molecular
techniques a comparatively new concept of DNA barcoding has been put forward.
In this method a short standardized region of a gene or a ‘barcode gene’ is used for
identification of species just like the barcode which is used in the supermarkets.
Cytochrome c oxidase subunit 1 (COI) gene in the mitochondrial genome was
suggested as barcode region for animals (Hebert et al. 2003). The faster mutation
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Fig. 3 The mitochondrial D-Loop Small ribosomal RNA
genome showing the position S ey o Large

of COI gene Cytb s .ribosomal RNA

l ND1
ND6

COX1

L-strand ND2

NDS

H-strand

com \ ATPase subunit 8
ATPase subunit 6

rate and sequence conservation in conspecifics in the COI gene makes it ideal for
species delimitation. The lack of introns, higher copy number and maternal
inheritance makes mitochondrial genome good candidate for barcoding purposes.
Figure 3 depicts the circular mitochondrial genome with the location of the COI
gene. Besides the COI gene, several other molecular markers like ITS, rbcL, matK,
trnH-psbA, etc. are also used for barcoding purposes.

5 The Procedure of DNA Barcoding

The overall process of DNA barcoding includes the following steps.

5.1 Sampling and Vouchering

This is a very important step of DNA barcoding. Biological samples are collected
from the habitat. Museum samples may also be used for barcoding purposes. One
very important aspect is the proper vouchering of the samples. The collected
samples should be accompanied with thorough documentation. The required
information includes name of collector, date of collection, location (latitude and
longitude), elevation/ depth, notes on habitat, voucher number, name of identifier,
photograph, etc. There are several voucher requirements and data needs for different
groups and types of samples.
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5.2 Tissue Extraction

Usually a small amount of suitable tissue is used for the next step of barcoding.

5.3 Extraction of DNA

DNA is extracted by suitable method (e.g. Phenol- Chloroform-Isoamyl alcohol
method). The extracted DNA is then quantified by spectrophotometric method and
visualized by agarose gel electrophoresis.

5.4 PCR Amplification of Barcode Region

Self-designed primer sets or published primer sets are used for PCR amplification of
the barcode region. The PCR amplified products are then checked by agarose gel
electrophoresis.

5.5 Purification of PCR Amplicons and DNA Sequencing

The PCR amplified products of expected size are extracted from the gel and
purified.
This DNA is then subjected to DNA sequencing.

5.6 Submission of Sequencing to Global GenBank or BOLD

The DNA sequences are submitted to global database like NCBI which provide
accession numbers after successful incorporation.

5.7 Bioinformatics Analysis of the Sequences
and Interpretation

The sequence analysis is done by several bioinformatics tools for species identifi-
cation, molecular phylogeny study, discovery of new species, etc. Bioinformatics
tools include BLAST, CLUSTAL, etc.
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6 The Global DNA Barcoding Initiative

To coordinate DNA barcoding globally, The Consortium for the Barcode of Life
(CBOL) was established. The Barcode of Life Data Systems (http://www.
barcodinglife.org) was launched for the global management of barcode data. For
the efficient functioning of International Barcode of Life Project (iBOL), three
global nodes were created—Central Nodes, Regional Nodes and National Nodes.
The Central Nodes include Canada, China, European Union and United States. The
Regional Node includes Australia, Brazil, India, Korea, Mexico, New Zealand,
Norway, Russia and South Africa. The National Nodes include countries like
Argentina, Colombia, Costa Rica, Kenya, Madagascar, Panama and Papua New
Guinea. The iBOL has Working Groups and Core Facilities where institutions as
well as individuals can participate once they get affiliated to iBOL Nodes. Some
important barcoding initiatives include The Quarintine Barcode of Life (QBOL),
The Moorea Biocode Project, Mosquito Barcoding Initiative (MBI), The Bee
Barcode of Life Initiative (Bee-BOL), Fish Barcode of Life (FISH-BOL), All Birds
Barcoding Initiative (ABBI) etc.

7 DNA Barcoding in the Marine Ecosystem

The Marine Barcode of Life or MarBOL is the international organization devoted to
the barcoding of diverse marine organisms. MarBOL is a project affiliated to
Census of Marine Life (CoML). CoML undertakes different Ocean Realm Field
Projects like Arctic Ocean Diversity (ArcOD), Biogeography of Chemosynthetic
Ecosystems (ChEss), Census of Antarctic Marine Life (CAML), Census of
Diversity of Abyssal Marine Life (CeDAMar), Census of Marine Zooplankton
(CMarZ), Continental Margin Ecosystems on a Worldwide Scale (CoMargE),
Global Census of Coral Reef Ecosystems (CREEFS), Global Census of Marine Life
on Seamounts (CenSeam), Gulf of Maine Area Program (GOMA), International
Census of Marine Microbes (ICOMM), Natural Geography in Shore Areas

Table 1 Marine barcoding initiatives and their websites

No. | Name Abbreviation | Website

1 Marine Barcode of Life MarBOL http://www.marinebarcoding.org
2 Census for Marine Zooplanktons CMarZ http://www.cmarz.org

3 Census of the Diversity of Abyssal Marine Life | CeDAMar http://www.cedamar.org

4 Fish Barcode of Life FISH-BOL http://www fishbol.org

5 Shark Barcode of Life SharkBOL http://www.sharkbol.org

6 Sponge Barcoding Project SBP http://www.spongebarcoding.org
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(NaGISA), Pacific Ocean Shelf Tracking (POST), Tagging of Pacific Pelagics
(TOPP) etc. The websites of some initiatives involved in marine DNA barcoding is
shown in Table 1.

8 Applications of DNA Barcoding

DNA barcoding has several important applications in identification, assessment and
conservation of marine bio resources. Some positive attributes of DNA barcoding
are as follows.

8.1 Discovery of New Species

One of the most important applications of DNA barcoding is the discovery of new
species. DNA barcoding of reptiles in the Madagascar Island revealed the presence
of several new species (Nagy et al. 2012). There are numerous reports of new
species revealed through DNA barcoding (Jarnegren et al. 2007; Cardenas et al.
2009; De Wit et al. 2009).

8.2 Safety Assessment and Authentication of Sea Food

DNA barcoding technique can be effectively used for safety assessment and
authentication of seafood. Identification of seafood based on morphological
methods is very difficult or not possible for processed, cooked, smoked products or
for products which contain body parts rather than the whole sample. DNA bar-
coding can be used for authentication and assessment of such seafood. In fact, many
seafood safety assessment agencies routinely use DNA barcoding for this purpose.
A barcoding analysis comprising 254 seafood samples from Canada showed that
41 % of the samples were mislabeled (Hanner et al. 2011). Analysis of tuna sushi
form several restaurants in USA also highlighted similar problems (Lowenstein
et al. 2009).

8.3 Identification and Assessment of Cryptic Species

The cryptic species are relatively abundant in the marine ecosystem. DNA bar-
coding can be very effective in identification and assessment of cryptic species
(Pauls et al. 2010). A study showed the relevance of DNA barcoding in assessment
of cryptic species among sea birds (Efe et al. 2009).
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8.4 Rapid Detection of Invasive Alien Species

Invasive Alien Species (IAS) poses severe threat to the biodiversity of marine
ecosystems. They not only overpower the native species but also cause severe
economic consequences. The Great Barrier Reef is facing severe problems due to
invasive species which are introduced through fouling, release of ballast waters or
by other activities. One such example is Caribbean tubeworm—~Hydroides sanc-
taecrucis. DNA barcoding can be used as an effective tool for prompt identification
and assessment of invasive alien species (Molnar et al. 2008).

8.5 [Identification of Endangered and Threatened Marine
Species

Barcoding serves as a handy tool for identification of endangered and threatened
marine species and can therefore help in preventing illegal trade of these endan-
gered species, their body parts or larval stages. Shark fins confiscated from illegal
fishers in Australia were identified by DNA barcoding (Holmes et al. 2009).
Similarly, illegally traded endangered sea turtles were assessed through DNA
barcoding of turtle meat, carcasses and eggs (Vargas et al. 2009).

8.6 Linking of Life Cycle Stages of Marine Organisms

Linking of different life cycle stages to the adults of marine organisms is often
difficult because the enormous marine ecosystem is the habitat of numerous species
and the taxonomists often struggle to link the larval stages to an adult species. DNA
barcoding can establish accurate link between the different life cycle stages to the
adult.

In study conducted in the Carrabian Sea, DNA barcoding in conjugation with
morphology was not only used to link the fish larvae with the adult species but also
resulted in the discovery of new species (Baldwin and Johnson 2014).

8.7 Securing Intellectual Property Rights for Marine
Bioresources

DNA barcoding can be used in securing Intellectual Property Rights (IPRs) for
bioresourses (Chinnappareddy et al. 2012).
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8.8 Global Management Plan for Conservation Strategies

DNA barcoding results can be used for framing global management plans for
conservation strategies. There is rapid decline of mangrove cover globally which is
posing great threat to the stability and sustenance of our coastal regions. It is
reported that DNA barcoding ensures the phylogenetic information needed for
proper global management plan on mangroves (Daru et al. 2013).

8.9 Elucidating the Feeding Niche

Barcoding of species contained in the gut or molecular gut content analysis can
reveal the species that are present in the diet which in turn helps in better under-
standing of feeding habits of marine organisms.

9 DNA Barcoding of Marine Fungi

Marine fungi play a very significant ecological role as decomposer, as pathogen and
also form symbiotic relationship with other marine organisms. An estimate shows
about 1500 marine fungal species excluding those species associated with lichens
exist in the marine ecosystem.

DNA barcoding can help in rapid global assessment of marine fungal species
(Velmuragan et al. 2013; Andreakis et al. 2015).

10 DNA Barcoding of Marine Animals

Marine animals are extremely diverse ranging from the smallest to the largest in our
planet. 34 among 35 animal phyla have marine representatives and 14 phyla are
represented by exclusively marine animals (Briggs 1994; Gray 1997). Here we will
discuss DNA barcoding in reference to some important marine animal groups.

10.1 Marine Zooplanktons

Zooplanktons have immense ecological significance and have representatives from
15 animal phyla. The identification, spatial distribution and assessment of zoo-
planktons are very important aspects of marine biodiversity studies. A global ini-
tiative for barcoding marine zooplanktons is led by Census for Marine Zooplanktons
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(CMarZ). The five main DNA barcoding centers of CMarZ are located at University
of Connecticut (USA), Ocean Research Institute (Japan), National Institute of
Oceanography (India), Bremerhaven (Germany) and Qingdao (China).

Copepods (belonging to arthropoda) are among the most diverse zooplanktons.
Several barcoding studies have been conducted on marine copepods which the
revelation of many new species and providing greater insights to cryptic species
diversity and geographical distribution of varied copepods (Blanco-Bercial et al.
2014; Laakmann et al. 2012; Bucklin and Frost 2009; Blanco-Bercial et al. 2011;
Kozol et al. 2012; Boéttger-Schnack and Machida 2011). Studies also have been
conducted on amphipod zooplanktons, also belonging to arthropoda (Costa et al.
2009). Four molecular markers namely COI, 1285, nuclear ITS, and 28S were used
for identification of Neocalanus copepods (Machida and Tsuda 2010).

Holo zooplanktons from Arctic Ocean and metazoan zooplanktons from
Sargasso Sea were barcoded (Bucklin et al. 2010a, b). DNA barcoding was
effective in identification of different Chaetognath species which were difficult to
identify morphologically (Jennings et al. 2010b).

10.2 Marine Invertebrates

DNA barcoding has been performed on different groups of marine invertebrates
which have provided better insights on the biodiversity and distribution of marine
invertebrates.

10.2.1 Porifera

Sponges are very important marine animals that have pharmaceutical applications.
Different types of canal systems (asconoid, syconoid and leuconoid) are unique
characteristics of sponges. One of the successful global barcoding projects is the
Sponge Barcoding Project (SBP). A unique example of corroborating DNA bar-
coding data to morphological characters can be found in the database available at
http://www.spongebarcoding.org. Since this website is linked to World Porifera
Database, it provides valuable updates on different species.

In the Antarctic Ocean, sponges are very important and also provide shelter to
other benthic community. Recently several Antarctic sponges were barcoded which
provided insights to diverse sponge communities in this cold region (Vargas et al.
2015). Researchers have emphasized the study of holotypes in sponge taxonomy
(Erpenbeck et al. 2015). Recent barcoding of lithistid demosponges have provided
new insights to their evolution and the authors have proposed reallocation of groups
(Schuster et al. 2015). A new lithistid species belonging to genus Isabella was
described (Carvalho et al. 2015). The complete mitochondrial genome of Aplysina
cauliformis was analyzed to reveal some regions that can be studied in conjugation
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SL. Title of publication Reference

No.

1 Deceptive desmas: molecular phylogenetics suggests a new Schuster et al.
classification and uncovers convergent evolution of lithistid (2015)
demosponges

2 Nothing in (sponge) biology makes sense—except when based Erpenbeck et al.
on holotypes (2015)

3 Diversity in a cold hot-spot: DNA-barcoding reveals patterns of | Vergas et al.
evolution among antarctic demosponges (Class Demospongiae, (2015)

Phylum Porifera)

4 Lithistid sponges of the upper bathyal of Madeira, Selvagens and Carvalho et al.
Canary Islands, with description of a new species of Isabella (2015)

5 Molecular phylogeny of Abyssocladia (Cladorhizidae: Vergas et al.
Poecilosclerida) and Phelloderma (Phellodermidae: (2013)
Poecilosclerida) suggests a diversification of chelae microscleres
in cladorhizid sponges

6 Phylogeny of Tetillidae (Porifera, Demospongiae, Spirophorida) Szitenberg et al.
based on three molecular markers (2013)

7 The complete mitochondrial genome of the verongid sponge Sperling et al.
Aplysina cauliformis: implications for DNA barcoding in (2012)
demosponges

8 Barcoding sponges: an overview based on comprehensive Vergas et al.
sampling (2012)

9 ALGI11—A new variable DNA marker for sponge phylogeny: Belinky et al.
Comparison of phylogenetic performances with the 18S rDNA (2012)
and the COI gene

10 Congruence between nuclear and mitochondrial genes in Morrow et al.
Demospongiae: A new hypothesis for relationships within the G4 | (2012)
clade (Porifera: Demospongiae)

11 Mitochondrial DNA of Clathrina clathrus (Calcarea, Calcinea): Lavrov et al.
six linear chromosomes, fragmented rRNAs, tRNA editing, and a (2012)
novel genetic code

12 The phylogeny of halichondrid demosponges: past and present Erpenbeck et al.
re-visited with DNA-barcoding data (2012)

13 DNA barcoding and traditional taxonomy unified through Pires and
Integrative taxonomy: a view that challenges the debate Marinoni (2010)
questioning both methodologies

14 COI barcoding reveals new clades and radiation patterns of Poppe et al.
Indo-Pacific sponges of the family Irciniidae (Demospongiae: (2010)
Dictyoceratida)

15 Morphological description and DNA barcodes of shallow-water Cérdenas et al.
Tetractinellida (Porifera: Demospongiae) from Bocas del Toro, (2009)

Panama, with description of a new species

16 The sponge barcoding project: aiding in the identification and Worheide et al.
description of poriferan taxa (2007)

17 Identification of genes suitable for DNA barcoding of Park et al. (2007)

morphologically indistinguishable Korean Halichondriidae
sponges
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to COI sequences in relation to DNA barcoding of this verongid sponge (Sperling
et al. 2012). Table 2 depicts some important publications on DNA barcoding of
sponges.

10.2.2 Cnidaria

They contain marine animals like jelly fish, sea anemone and the corals. Their
radially symmetrical body contains gastrovascular cavity. DNA barcoding has
highlighted the presence of cryptic species among coastal and deep sea cnidarians
(Moura et al. 2007).

Constant monitoring of jellyfish abundance and distribution is very important for
the detection of non-native species which have adverse effect on the local com-
munity. There is exponential increase of jelly fish due to global warming which is
causing great economic damage globally. A study was conducted on marine jel-
lyfishes of South Korea in which DNA barcoding in conjugation with microarray
analysis was used to develop DNA chip for jellyfish identification (Lee et al. 2011).

The corals are rapidly declining globally and the coral reefs are among most
endangered ecosystems in our planet. DNA barcoding has huge potential in
assessing the biodiversity and can play a very vital role in conservation of these
fragile coral reefs. Coral reefs of the tropics shelter about 25 to 33 % of all marine
species which makes the coral reefs among the most diverse marine ecosystems.
Since the traditional morphological methods for assessing the biodiversity of the
reef areas is highly time consuming, DNA barcoding holds great promise and recent
barcoding studies have shown that the reef biodiversity is largely underestimated
(Plaisance et al. 2011). A barcoding study on the model coral species Stylophora
pistillata has revealed the distinct clades and significant variation in this coral
“lab-rat” (Keshavmurthy et al. 2013).

10.2.3 Annelida

They include segmented marine worms like polychaetes. Four new species of
annelida belonging to the genus Grania were revealed through a study conducted in
the Great Barrier Reef (De Wit et al. 2009). Several studies have proved the
effectiveness of DNA barcoding in the identification of different marine polychaete
species (Zhou et al. 2010; Maturana et al. 2011; Lobo et al. 2015).

10.2.4 Platyhelmenthes

Few barcoding studies have been conducted on flatworms including the marine
flatworms. Non availability of universal primers for the diverse flatworms and the
other problems related to barcoding of flatworms has been highlighted (Vanhove
et al. 2013).
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10.2.5 Nemathelmenthes

Nematodes play a very important role as indicator of marine pollution. 18S gene
was used to barcode marine nematodes with a very high success rate (Bhadury et al.
2006). Derycke et al. (2008) used COI, ITS and D2D3 sequences to study
molecular phylogeny of nematodes.

10.2.6 Mollusca

About 23 % of all marine organisms belong to Mollusca thereby making it the
largest marine phylum. This makes marine malacology a vast and diverse field. The
phylum Mollusca is divided into seven classes namely Gastropoda, Bivalvia,
Aplacophora, Monoplacophora, Polyplacophora, Scaphopoda and Cephalopoda.
Researchers have stressed the need for DNA barcoding for diversity rich molluscs
for new species discovery as well as for conservation (Puillandre et al. 2009). DNA
barcoding of marine molluscs from Canada revealed several overlooked species
(Layton et al. 2014). Several barcoding studies have been conducted on marine
gastropods revealing important insights to their identification, diversity and geo-
graphical distribution (Kemppainen et al. 2009; Maas et al. 2013; Krug et al. 2007,
Jennings et al. 2010a).

Edible marine oysters are regarded as a sea food delicacy. Identification of
oysters are generally based on morphological traits like shell morphology. Research
has shown that shell morphology changes with the habitat thereby raising doubt
about its role in the identification of species (Tack et al. 1992). This confusion can
be solved by the molecular technique of DNA barcoding. Barcoding of marine
bivalves have provided clarity in identification and better understanding on their
phylogenetic relationships (Kappner and Bieler 2006; Jarnegren et al. 2007
Mikkelsen et al. 2007; Trivedi et al. 2015).

10.2.7 Arthropoda

The sub phylum Crustacea includes very diverse marine species and the class
Pycnogonida contains exclusively marine sea spiders. Another exclusively marine
class Merostomata includes the living fossil—Horse shoe crabs. COI sequences
were used to decipher the phylogeny of Horse shoe crabs (Kamaruzzaman et al.
2011). A recent large scale barcoding analysis of crustaceans residing in the North
Sea has confirmed the efficacy of DNA barcoding in modern biodiversity census
(Raupach et al. 2015). Numerous zooplanktons also are a very important part of
marine arthropod community. Barcoding was performed to reveal molecular phy-
logeny of deep sea copepods (Laakmann et al. 2012). There are several publications
depicting the significance of DNA barcoding studies of marine copepods (Bucklin
and Frost 2009; Machida and Tsuda 2010; Castellani et al. 2012; Blanco-Bercial
et al. 2014) and amphipods (Costa et al. 2009).
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10.2.8 Echinodermata

Echinoderms are exclusively marine radially symmetrical animals which are divi-
ded into five living classes namely Asteroidea, Ophiuroidea, Echinoidea, Crinoidea,
and Holothuroidea. A DNA barcoding study including all these five classes showed
very high success rate in identification of echinoderm species (Ward et al. 2008).
DNA barcoding was also performed for commercial echinoderm species (Uthicke
et al. 2010).

10.3 Lower Chordates

Lower chordates include the urochordates, cephalochordates and hemichordates
which are marine dwelling. Ascidians, belonging to urochordata is regarded as
model animals to study several complicated bioprocesses like immune system and
gene regulation, heavy metal bioaccumulation, heart and embryonic development
etc. (Holland and Gibson-Brown 2003; Trivedi et al. 2003; Satoh et al. 2003; Stolfi
and Christiaen 2012; Tolkin and Christiaen 2012; Razy-Krajka et al. 2014). New
ascidian species was discovered in Japan by using DNA barcoding (Hirose and
Hirose 2009). Ciona savignyi was first time reported in the Southern Hemisphere
through a DNA barcoding study (Smith et al. 2012). DNA barcoding was per-
formed using COI gene for amphioxus (cephalochordate) of West Pacific Ocean (Li
et al. 2010).

10.4 Vertebrates

10.4.1 Fishes

Marine and coastal fisheries contribute significantly to the food security, employ-
ment and global economy. Proper identification, assessment and conservation of
fisheries resources are important to maintain sustainability. Overfishing, pollution
and anthropogenic stress is imparting negative impacts on marine fishery resources.

An ambitious and large scale campaign to barcode all fishes was launched (Ward
et al. 2009). Two main global barcoding initiatives on fishes are FISH-BOL and
SharkBOL.

Several barcoding studies on fishes have been conducted at different oceans and seas
like Atlantic Ocean (Weigt et al. 2012), Arctic Ocean (Mecklenburg et al. 2011),
Antarctic Ocean (Dettai et al. 2011), Pacific Ocean (Zemlak et al. 2009), Indian Ocean
(Dhaneesh et al. 2015), Mediterranean Sea and Cantabric Sea (Ardura et al. 2013), Red
Sea (Trivedi et al. 2014), China Sea (Zhang et al. 2013) etc. Besides this, DNA
barcoding of marine fishes have been done at different regions and countries like
Europe (Kochzius et al. 2010), North America (Steinke et al. 2009b), Australia
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(Ward et al. 2005), South Africa (Zemlak et al. 2009), China (Zhang 2011), India
(Lakra et al. 2010), Japan (Zhang and Hanner 2011), Argentina (Mabragafa
et al. 2011).

Study on fishes belonging to genus Sebastes collected from China Sea proved
the efficacy of DNA barcoding (Zhang et al. 2013).

10.4.2 Amphibians

Very few barcoding has been conducted on amphibians. Recently an initiative
called ‘cold code’ has been launched with the aim to barcode cold blooded ver-
tebrates including amphibians and reptiles. It is reported that /6S rRNAgene can be
used as universal barcode for amphibians (Vences et al. 2005).

10.4.3 Reptiles

Reptiles are cold blooded vertebrates and extant reptiles belong to four orders
namely Crocodilia, Squamata, Testudines and Sphenodontia. A study on marine
testudines showed that DNA barcoding is an efficient tool for identification, phy-
logenetic assessment and conservation of threatened turtles (Naro-Maciel et al.
2009). Another study showed the efficacy COI sequences to identify sea turtles
from Brazil (Vargas et al. 2009). Large scale barcoding involving 468 specimens
belonging to Squamata and Testudines of Madagaskar—a biodiversity hot spot,
revealed several new species (Nagy et al. 2012). Recently, a review on the DNA
barcoding in different groups of reptilia has been published (Trivedi et al. 2016a).

10.4.4 Sea Birds

Global barcoding initiative on birds including the seabirds is led by All Birds
Barcoding Initiative (ABBI) which was launched in 2005. A large scale DNA
barcoding of birds was conducted involving 387 specimens belonging to 147 avian
species in Netherlands (Aliabadian et al. 2013). In many places around the globe the
mangroves provide shelter for the sea birds. With the rapid depletion of mangrove
cover, there is severe habitat loss for the sea birds. More effort is needed for
barcoding and conservation of the seabirds as well as mangroves.

10.4.5 Mammals

For the mammals the barcoding initiative is led by Mammalia Barcode of Life
(http://www.mammaliabol.org). A barcoding study along the Atlantic coast of
France showed that marine mammal biodiversity can be monitored through this
technique (Alfonsi et al. 2013).
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11 DNA Barcoding of Marine Plants

In contrast to the animals there is no consensus on the barcode gene in plants.
Several molecular markers have been used for barcoding different groups of plants.
Some researchers have put forward the ‘super barcode’ concept for efficient plant
identification. CBOL’s Plant Working Group is devoted to working on standard
barcoding regions in plants. DNA barcoding as a tool to assess biodiversity in
plants has been reviewed (Trivedi et al. 2016c¢).

11.1 Seagrasses

Sea grasses are flowering plants that are very significant for their high primary
productivity and contain several secondary compounds. They can play a vital role
in mitigating global climate change. They are an important component of the ‘blue
carbon’ and are one of the most important marine sinks of organic carbon. Our
research on sea grasses of Indian Ocean has shown their high carbon storage
potential (Ghosh et al. 2015). It is reported that the sea grass cover is decreasing at a
rapid pace of 110 km? per year globally (Waycott et al. 2009). The identification of
sea grass species is a challenging task because the flower which is one of the most
important morphological part for identification is often missing. DNA barcoding on
sea grasses was performed using different molecular markers likeITS, trnK, rbcL, 5.
8S rDNA and matK (Waycott et al. 2002; Les et al. 2002; Uchimura et al. 2008;
Lucas et al. 2012).

11.2 Marine Algae

The two main groups of marine algae are microalgae (blue green algae, dinoflag-
ellates, bacillariophyta, etc.) and macroalgae (seaweeds including green, brown and
red algae). Microalgae are great source of numerous bioactive compounds and
seaweeds serve as nutritious food and also source of gums.

Using COI and UPA domain V of the 23S rRNAas marker Clarkston and
Saunders (2010) discovered a new species Euthoratim burtonii. This study also
showed that COI showed better results for species delimitation of Kallymeniaceae
—a red alga family. The efficacy of COI, UPA and ITS was tested on a separate
study on intertidal red macro algae (Xiaobo et al. 2013). DNA barcoding was
effective in identification of red algae belong to the genus Gracilaria (Kim et al.
2010). 16S rRNA and 23S rRNA was used to barcode microalga of Indian Ocean
(Ahmad et al. 2013). DNA barcoding is a reliable and quick method for identifi-
cation of Harmful Algal Bloom (HAB) species making it a useful tool for moni-
toring of marine and coastal pollution.
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11.3 Marine Phytoplanktons

Phytoplanktons play a very significant role in the coastal and marine ecosystems.
They occupy the base of marine food pyramid and transfer the atmospheric carbon
dioxide to the ocean. Study on the distribution and abundance of marine phyto-
planktons is an important aspect of ecology. The rbcL. was used to barcode phy-
toplanktons lesser than 10 um size (Bhattacharjee et al. 2013).

11.4 Mangroves

The mangroves are halophytic plants found at the coastal regions of the tropical and
subtropical regions. They have immense ecological and economic significance. One
of the most important roles of the mangroves is that they protect the fragile coastal
regions from severe wave action, storm surges and cyclones. The strong root system
of mangroves presents coastal soil erosion. One of the largest mangrove blocks in
the world is the Sundarbans—spanning the coastal regions of West Bengal in India
and Bangladesh. It is UNESCO World Heritage Site (http://whc.unesco.org/en/list).
The salinity, nutrient and dissolved oxygen status is changing drastically with
changing time thereby directly affecting the abundance and zonation of different
mangrove species in this anthropogenically stressed region (Mitra et al. 2015; Amin
et al. 2015; Trivedi et al. 2015b). DNA barcoding can provide useful information
not only in assessing the mangrove biodiversity but also the mangrove associated
flora and fauna.

The importance of DNA Barcoding for conservation of mangroves has been
highlighted (Daru et al. 2013).

12 Conclusion

It is reported that huge number of marine species are genetically not anchored to
traditional taxonomy based on morphology. The authors have stressed the need for
barcoding and metabarcoding approach to bridge this existing gap (Laray and
Knowlton 2015). The development of improved faster techniques like
high-throughput sequencing will expedite and refine the process of DNA barcoding.
Genomic studies along with DNA barcoding assay can be helpful is assessing
global marine biodiversity. The role of DNA barcoding in ecology and especially
eco-informatics has been highlighted (Joly et al. 2013). The development of newer
and improved bioinformatics tools will open new chapters in the field modern
taxonomy. DNA Barcoding can play a very significant role in marine biodiversity
assessment and also in conservation of marine bio resources (Bucklin et al. 2011;
Trivedi et al. 2016b).
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Measurement of a Barcode’s Accuracy
in Identifying Species

John L. Spouge

Abstract This chapter describes a workflow for measuring a barcode’s accuracy
when identifying species. First, assemble a database of specimens with their marker
sequences and their species binomials. The species binomials provide a “taxonomic
gold standard” for species identification and should be as accurate as possible, to
avoid penalizing correct species assignment. Second, select a computer algorithm
for assigning species to barcode sequences. Only one algorithm (BLAST + P) has
improved notably on the simple strategy of assigning specimens to the species of
the database sequence(s) nearest under p-distance. Global sequence alignments
(e.g., with the Needleman-Wunsch algorithm, or with multiple sequence alignment
algorithms) align entire barcode sequences, using all available information, so they
sometimes produce more accurate species identifications than local sequence
alignments (e.g., with BLAST), particularly when BLAST produces barcode
alignments of small subsequences within the sequences. Finally, consensus has
settled on “the probability of correct identification” (PCI) as the appropriate mea-
surement of species identification accuracy. The overall PCI for a data set is the
average of the species PCls, taken over all species in the data set. The chapter
discusses some variant PCIs, their calculation and the estimation of their statistical
sampling errors. It also discusses good practice in incorporating PCR failure and
species with singleton representatives into data summaries. For software relevant to
this chapter, see http://tinyurl.com/spouge-barcode.
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1 Introduction

The Anthropocene era is the geologic era when human activities started to have a
significant effect on the Earth’s ecosystems (Zalasiewicz et al. 2000). The
Anthropocene is extinguishing species, making the conservation of biodiversity a
major challenge. The first step to debate the benefits and costs of preserving bio-
diversity is to assess the facts, namely, to catalog species throughout the world, and
to document changes in their populations, a staggering task requiring more tax-
onomists than presently exist. Fortunately, the technology of DNA barcodes pro-
vides an alternative strategy to field assessment by trained taxonomists, because
barcodes require DNA samples and not the immediate identification of specimens.
Barcodes have many uses other than taxonomic identification (recognition of novel
species, taxonomic classification, and the construction of phylogenetic trees, to
name but a few), but applications in biodiversity justify restricting this chapter to
the measurement of accuracy in species identification (Hebert et al. 2003a). The
ability to measure barcode accuracy when identifying species within a taxon is
critical, for it measures the success of the barcode enterprise within that taxon.

In its essence, a barcode is any standardized subset of DNA collected from
taxonomic specimens (Floyd et al. 2002). To fix the terminology in the chapter,
“marker” connotes any contiguous region of DNA (coding or non-coding), whereas
“barcode” is a collective noun connoting the one or more markers comprising the
standardized subset of DNA. Presently, all official barcode markers are genes, e.g.,
COl (historically, the first official barcode), matK and rbcL (the barcode markers
for plants), and ITS (the barcode marker for fungi). Initial investigations into DNA
barcodes, particularly in animals, indicated that when used as a barcode, the
cytochrome c oxidase 1 (CO1) gene identified many species correctly (Hebert et al.
2003Db), so selection of CO1 as the primary barcode followed naturally (Hajibabaei
et al. 2006; Hogg and Hebert 2004; Lorenz et al. 2005; Meyer and Paulay 2005;
Saunders 2005; Smith et al. 2005, 2006).

The extension of DNA barcodes to plants (Chase et al. 2005; Cowan et al. 2006;
Kress and Erickson 2008; CBOL Plant Working Group 2009) and fungi (Schoch
et al. 2012) became problematic with the recognition that the CO1 gene evolved too
slowly to identify the corresponding species accurately (Kress et al. 2005).
Likewise, CO1 often does not identify insect species accurately (Meier et al. 2006;
Huang et al. 2008). The lack of a clear consensus for a barcode in these taxa
stimulated interest in an objective, quantitative measurement of barcode accuracy in
identifying species. Although consensus about barcodes themselves remains elusive
in some taxa, notably plants (Pang et al. 2012; Chen et al. 2015; Ferri et al. 2015), a
clear consensus on measuring barcode accuracy has emerged (CBOL Plant
Working Group 2009; Meier et al. 2006; Erickson et al. 2008). As a byproduct, the
consensus provides a clear standard for measuring barcode accuracy in specific
taxa, as well.

Section 2 describes the rationale behind and the methods of evaluating identi-
fication accuracy, while Sect. 7 provides a practical chapter summary. The web
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page http://tinyurl.com/spouge-barcode also provides some practical tools for
measuring barcode identification accuracy.

2 Measurement of Species Identification Accuracy

As its ultimate aim, any measurement of the accuracy of species identification should
reflect the practical performance of the corresponding barcode database. A barcode
database has the following workflow. Users sample a DNA barcode retrieved from a
specimen and then query the database with the sample barcode sequence(s); in
response, the database software returns a putative species identification. In principle,
a species apparently not in the database might evoke the output of “unknown spe-
cies”. Sometimes species boundaries are said to correlate with DNA differences like
2 % (i.e., p-distance of 0.98), but in practice the boundary difference varies with the
species. Incomplete lineage sorting can even make the difference vanish. Different
attempts to redefine species boundaries with threshold differences (Hebert et al.
2003a; Floyd et al. 2002; Blaxter et al. 2005; Lambert et al. 2005) conflicted heavily
with traditional taxonomy (Meier et al. 2006), so no consensus exists on criteria for
defining species boundaries with DNA barcodes. Thus, the database output “un-
known species” (i.e., “outside every known species boundary”) becomes problem-
atic, so for pedagogical clarity, this chapter restricts itself to discussing the
identification of known species, i.e., it assumes that every sample for querying the
barcode database represents a species already in the database.

3 The Barcode Database

The first step in estimating barcode accuracy is to assemble a database of specimens
with their marker sequences and their species binomials. In particular, the species
binomials provide a “taxonomic gold standard” for species identification, i.e., they
represent a standard for measuring the accuracy of algorithms implemented on a
computer. The standard is often imperfect, but it should be the best available.

An investigator should recognize potential defects in a dataset (Spouge and
Marifio-Ramirez 2012). To exemplify possible imperfections, the taxonomy in
GenBank sequences (unless annotated by the “barcode” keyword) can be noticeably
inferior to the taxonomy in databases curated by taxonomists. Imperfect taxonomy
degrades measurements of barcode accuracy by penalizing correct species assign-
ments. Moreover, GenBank usually does not provide the original specimen with its
entries, rendering it unsuitable for studies of barcodes with more than one marker
(e.g., botanic barcode studies using both rbcL and matK), because sequences from
different markers are not associated with the single originating specimen). GenBank
sequences may also contain hidden sampling biases, particularly if they lack the
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barcode keyword (Spouge and Mariflo-Ramirez 2012). Few methods exist to assess
imperfections in a taxonomic gold standard, but investigators can partition available
sequences into classes expected to correlate with the accuracy of taxonomic clas-
sification (e.g., taxonomically curated and non-curated sequences). Taxonomic
inaccuracies can then be inferred from statistical differences between the classes
(Suwannasai et al. 2013).

If the aim of the measurement of the identification accuracy is to reflect the
performance of the corresponding barcode database (as it should be), the aim
constrains the number of specimens sampled within a species and the number of
species sampled within genera. Section 5 discusses some nuances of sampling.

The evaluation of barcode accuracy should also account for the PCR failures
occurring while obtaining relevant markers from a specimen: clearly, if PCR fails to
amplify a marker from a specimen, the marker can contribute little to species
identification. Measures of the identification accuracy exist to incorporate the effect
of PCR failure directly (Spouge and Marifio-Ramirez 2012). PCR failure rates may
diminish rapidly with technological advances, however, so current practice distin-
guishes PCR failure from identification accuracy by stating the (present) PCR
failure rate and then restricting the barcode database to samples with successful
PCR amplification (Schoch et al. 2012; Hollingsworth et al. 2009).

4 Algorithms to Assign Species

With an appropriate barcode database in hand, the computer must assign a species
to each query (or declare “failure to assign”). The next step, therefore, is to develop
a computer method for assigning a species to each specimen and its marker
sequence(s). Unless designed for uncommonly narrow purposes, the method needs
to handle datasets whose species might have either few or many representative
specimens. For future reference, note that like any classification method, species
assignment should consider all available information, at least in principle. The
discourse below focuses on sequence information, but other types of information
(e.g., morphological, geographical, etc.) might be available to influence species
assignment.

Species assignment algorithms examining more than a specimen’s nearest
neighbors (e.g., algorithms building phlylogenetic trees, e.g., parsimony (Farris
1972), neighbor-joining (Saitou and Nei 1987), and Bayesian inference on trees
(Munch et al. 2008) have not been noticeably more accurate than the simple
strategy of assigning specimens to the species of their nearest neighbor(s) within the
barcode database (Austerlitz et al. 2009; Austerlitz 2007; Little and Stevenson
2007). Moreover, many algorithms are too slow for the high-throughput species
identifications large barcode databases require (e.g., most tree-building and prob-
abilistic algorithms (Felsenstein 1981, 1988).

Another class of species assignment algorithms (“diagnostic methods”) treat
differences between aligned sequences as potential taxonomic characters (e.g.,
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DNA-BAR (DasGupa et al. 2005), BLOG (Weitschek et al. 2013), CAOS (Sarkar
et al. 2008), BRONX (Little 2011), PTIGS-DIdIt (Liu et al. 2011), and Linker
(Albu et al. 2011). Diagnostic methods (when properly formalized) are essentially
machine-learning methods, which generally require 4 samples per species to be
effective (Weitschek et al. 2014). In datasets with noticeably fewer than 4 speci-
mens per species, diagnostic methods may over-fit, reducing their identification
accuracy on sparsely represented species.

Sequence distance methods (or related similarity methods, e.g., BLAST and
PSI-BLAST (Altschul et al. 1997), BLAST+P (Pang et al. 2012), NN (Austerlitz
et al. 2009), and TaxonDNA (Meier et al. 2006) can identify species despite sparse
representation. A distance method essentially brings prior knowledge to a species
with sparse representation, aiding in its identification.

Most distance methods begin by aligning marker sequences. In contrast,
alignment-free distances do not require sequence alignment (Kuksa and Pavlovic
2009), making them simple and fast (Little and Stevenson 2007, Kuksa and
Pavlovic 2009). They provide competitive identification accuracy in fish, but-
terflies, and birds (Kuksa and Pavlovic 2009), but they remain untested in prob-
lematic taxa like plants or fungi. So far, therefore, they have not been widely
adopted for species identification.

Other distance methods necessitate sequence alignment. Evolutionary distances
require a global sequence alignment, i.e., alignment over the full length of the
sequences examined. Similarly, sequence distance methods use the full sequence
lengths and are in fact equivalent to global sequence similarity methods (Smith
et al. 1981), which assess similarity over full sequence lengths. In contrast, local
sequence similarity methods assess only the two most similar subsequences in the
sequences. (See Fig. 2 in Ref. Spouge and Marifio-Ramirez 2012, for diagrams of
local and global alignments.) Local sequence alignment programs (e.g., BLAST)
therefore might declare a statistically significant similarity based only on small
subsequences displaying convergent evolution (homoplasy) (Wouters and Husain
2001). Local sequence alignment can therefore make distant species appear spu-
riously close, whereas global alignment always highlights contrasting dissimilarities
across the whole sequence. In principle (and therefore if feasible), barcode studies
should prefer global alignment (e.g., they should use one of the many tools per-
forming the Needleman-Wunsch Algorithm (Needleman and Wunsch 1970) over
local alignment (e.g., they should avoid the Smith-Waterman Algorithm (Smith and
Waterman 1981) or BLAST, if possible). Alignments types other than global and
local exist (e.g., semi-global alignment), but they did not assign species noticeably
better than global alignment, at least in fungi (Schoch et al. 2012; Suwannasai et al.
2013).

In practice, however, nearest neighbor species are critical to species identifica-
tion. When aligning markers from nearest neighbors, local alignment programs like
BLAST often align their full sequence lengths, because local alignment then fuses
subsequence alignments by bridging the short gaps between them in closely related
sequences. Thus, in the alignments critical to species identification, local alignment
programs often perform global alignment anyway. Investigators should be note,
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however, that local alignment unnecessarily complicates the interpretation of their
results, possibly to the point of invalidating them, if the local alignments are over
small subsequences of the original sequences. Large gaps in global alignments
signal the possibility of local alignment of small subsequences and are a particularly
troubling possibility in the intergenic spacers often used as adjunct markers in
botanic studies, e.g., trnH-psbA.

The specific alignment or evolutionary distance chosen for a barcode analysis
does not influence the nearest neighbor(s) much, so contrary statements notwith-
standing (Hebert et al. 2003a), it does not affect the accuracy of most species
assignments materially (Suwannasai et al. 2013; Kwong et al. 2012; Fregin et al.
2012; Collins 2012). In a pairwise alignment, therefore, the proportion of nucleo-
tide pairs consisting of different nucleotides (“p-distance”) recommends itself as a
particularly simple and effective distance (Little and Stevenson 2007).

The Barcode of Life Database (BOLD, http://www.boldsystems.org;
Ratnasingham and Hebert 2007) stores sequences in global multiple sequence
alignments (MSAs). Many publicly available computer programs (e.g., MUSCLE
Edgar 2004), MAFFT (Katoh et al. 2002), or HMMer (Eddy 1995) create
MSAs; BOLD uses HMMer to align marker sequences before comparing them.
Large barcode databases use MSAs, because MSAs are computationally much
faster than pairwise sequence alignments. (For a database of N barcodes, the time
for pairwise alignment is approximately proportional to N2.)

On the other hand, studies with fewer sequences (say, less than 500) have the
luxury of more computationally intensive alignment methods. Global alignment
performs inconsistently but slightly better overall than MSA, although not statis-
tically beyond sampling errors when used with databases of 500 or fewer sequences
(Schoch et al. 2012; Suwannasai et al. 2013; Hollingsworth et al. 2009; Erickson
et al. 2008). The BLAST+P method identifies the species of a query by forming an
MSA from its 100 top BLAST hits and then assigning species in accord with the
closest MSA neighbor under sequence distance. Its identification accuracy notice-
ably improved on BLAST alone, at least some cases (Pang et al. 2012).

5 Probability of Correct Identification (PCI)

Given a dataset and species assignment algorithm, we now want to measure
identification accuracy. In most cases, the measure should scale, so that it estimates
the performance of a comparable high-throughput database in identifying a speci-
men’s species correctly. With this aim in mind, consensus has focused on “the
probability of correct identification” (PCI) as an appropriate measurement (CBOL
Plant Working Group 2009; Meier et al. 2006; Erickson et al. 2008). The definition
of PCI is broad enough to accommodate legitimate scientific disagreement about
species identification, so in fact the concept generates a class of measures capable of
accommodating various scientific needs.
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Consider any particular dataset, and for the moment, assume that each species
within it generates a known PCI (specified later). The overall PCI for the dataset is
the species PCI for each species, averaged over all species in the dataset. If a few
data subsets are particularly important (e.g., non-basal angiosperms, basal angios-
perms, and gymnosperms within plant taxa (Hollingsworth et al. 2009); or
Pezizomycotina, Saccharomycotina, Basidiomycota, and early diverging lineages
within fungi (Schoch et al. 2012), the PCIs can be reported separately for each
subset. In principle, a weight within the average could reflect a species’ under- or
over-representation (Pang et al. 2012) or its intrinsic importance within the dataset.
Most scientists do not weight averages when calculating overall PCI, however,
because usually the weights just represent ephemeral sampling biases. In any case,
we need only calculate a species PCI, a probability quantifying identification
accuracy in each individual species, to calculate the overall PCI for a dataset.

A leave-one-out procedure (“the jackknife” in statistical language (Efron and
Stein 1981) provides the species PCIL. Consider a particular species and its repre-
sentative specimens within the dataset. Remove each representative in turn from the
dataset, and use the representative as a query specimen for the dataset. Removed
from the dataset, the representative mimics a newly sampled specimen from the
species, and the species is “known” if other representatives of the species exist in
the dataset. Thus, the leave-one-out procedure is possible only for a species with
more than one representative in the dataset. Although a singleton species (i.e., a
species with a unique representative) cannot contribute to a species PCI under the
leave-one-out, singletons do provide realistic “decoys” within the dataset when
considering queries from other species.

Singletons with unique sequences are also a useful ancillary statistic in a barcode
study, but the singletons have little relation to the correct identification of the
corresponding species in realistic barcode databases (Hollingsworth et al. 2009).
For similar reasons, datasets should try to include several species in each genus
sampled. In any case, optimistically conflating singleton uniqueness with perfect
identification in a heavily sampled species (which is much more demanding) is just
plain misleading.

In a non-singleton species, scientists might legitimately disagree over the defi-
nition of successful identification of the species. Some scientists might define
“success” as a monophyly, where every specimen in the species is closer to all
specimens in the species than to any other specimen (CBOL Plant Working Group
2009) Success then is a binary decision, with the species PCI being either 1 or 0.
Other scientists might define success pragmatically, by analogy to correct assign-
ment of the species as in a database, where each specimen from the species has as its
nearest neighbor(s) only specimens in the species (Meier et al. 2006). Again, species
PCl is then either 1 or 0. Additional definitions of success are possible, depending on
ties outside the species for a nearest neighbor, assignment of specimens from other
species to the species in question, etc.

Some authors have used loose criteria for success (e.g., for some k£ > 1, a
specimen’s nearest k neighbors must contain at least one other specimen from the
same species (Kuksa and Pavlovic 2009). Other authors have experimented with
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placing additional conditions on “success” as defined above, e.g., the presence of
barcode gaps (i.e., p-distance differences between intra- and inter-species compar-
isons) such as 2 or 3 % (I8). Although detection of unknown species with p-distance
thresholds can be an artificial constraint (Ferguson 2002), any specific choice might
be appropriate in different circumstances, depending on the scientific aim.

The following PCI definition relies mostly on averages over individuals. Define
the PCI of a query specimen as the fraction of nearest neighbors with the same
species as the query, then define the species PCI as the average of the specimen PCI
over specimens within a species (Erickson et al. 2008). The definition has little
dependence on sudden O to 1 changes, as might occur with PCI definitions using
barcode gaps. Consequently, its statistical error (discussed briefly in Sect. 6) is
smaller than many other definitions of PCI, making the value of the PCI when
scaled to large databases more predictable.

In any case, two PClIs are not necessarily comparable just because they both lie
between O and 1! PCIs are comparable only if their underlying definitions are
similar. For example, the definition above using nearest k neighbors obviously
produces larger PCIs than the more stringent definition using only the nearest
neighbor(s); singleton species if included in a PCI inflate its value unrealistically,
etc. Referees should insist on uninflated measures of identification success, to
encourage comparability of the resulting PCls.

6 Statistical Sampling Error

The overall PCI is the (usually unweighted) average of the species PCIs. As a
reasonable approximation, assume that species PCIs are independent across species.
Every database is a sample of all possible species, so the overall PCI p from the
database is an estimate of the “true” overall PCI p (i.e., the overall PCI p in a
hypothetical database including all organisms on Earth). As such, p has a (known)
sampling error. The corresponding confidence intervals are often surprisingly
broad, making them extremely useful in resolving scientific disagreements.

The binomial distribution provides several possible (but approximately con-
cordant) confidence intervals for p, of which two at least have appeared in barcode
studies. The Wilson score interval (Suwannasai et al. 2013; Little 2011) is described
in detail elsewhere (Wilson 1927), whereas the normal approximation was
described in a previous review (Spouge and Marifio-Ramirez 2012). In most cir-
cumstances, the Wilson score interval is probably preferable, although (as in a
t-test) the normal approximation yields the probability that the difference between
two PCls is different from 0.
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7 Summary

A consensus has settled on the probability of correct identification (PCI) for the
measurement of species identification accuracy with a barcode. The measurement
involves several steps.

First, assemble databases corresponding to the markers. The choice of database
should receive careful consideration, because it profoundly influences conclusions.
Because GenBank taxonomy is often undependable, and because most GenBank
sequences do not specify the originating specimen, studies based on GenBank
sequences lacking the barcode keyword may have less reproducible conclusions
than a carefully controlled taxonomic study. The database should try to include
several samples per species and several species per genus.

Second, select a computer algorithm for assigning species to a query specimen’s
barcode sequences. Only one algorithm has improved noticeably on the following:
compute the p-distance between the query and each database marker, and then
assign to the query the species of its nearest neighbor(s) in the database. The
superior BLAST+P algorithm identifies the species of a query by forming a mul-
tiple sequence alignment (MSA) from the query’s 100 top BLAST hits in the
database and then assigning the query to the species of the closest MSA neighbor
under a sequence distance. The essential improvement in BLAST + P might be
restricting the MSA to the query’s 100 closest neighbors to improve the alignment
quality, but definitive conclusions must await further investigation.

Global alignment (e.g., with Needleman-Wunsch algorithm, or with any MSA
algorithm) uses all the information in barcode sequences. By contrast, local align-
ment programs like BLAST might match only small subsequences within two
sequences. Thus, barcode investigations using BLAST run the risk of producing an
artifact, particularly if the resulting alignments do not extend over entire sequence
lengths, and particularly when concluding the inferiority of intergenic markers. As
long as sequence alignments use the entire lengths of sequences, algorithms using
p-distance (which requires only base-pair counts) identify species just as well as
algorithms using other, more complicated distances (e.g., alignment distance and
similarity scores, and evolutionary distances like Kimura 2-Parameter Distance, etc.).

Consensus has converged on “the probability of correct identification” (PCI) as a
measurement of species identification accuracy in barcode studies. The overall PCI
for a dataset is the average of the species PCls, taken over all species in the dataset.
If a dataset contains some distinguished subsets, the investigator can report PCIs for
those subsets.

To calculate a species PCI, remove in turn each representative of the species
from the database, and consider its distance (e.g., p-distance) from the remaining
representatives. Section 5 gives several possible definitions of successful identifi-
cation within a species. Some were more stringent than others, because scientific
purpose makes different definitions of “successful assignment” appropriate to dif-
ferent circumstances. Singletons with unique sequences provide a useful ancillary
statistic in barcode investigations, but they bear little on the correct identification of
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the corresponding species in a realistic barcode database. Referees should dis-
courage the optimistic conflation of singleton uniqueness with perfect identification
of a heavily sampled species.

The evaluation of identification accuracy should also assess PCR failure rates.
Because the rates may diminish rapidly with technological advances, current
practice distinguishes PCR failure from intrinsic identification accuracy by stating
the (present) PCR failure rate and then restricting the barcode database for mea-
suring identification accuracy to samples with successful PCR amplification
(Schoch et al. 2012; Hollingsworth et al. 2009).

Finally, a dataset provides a statistical sample exemplifying a class of possible
datasets. The PCI estimated from a dataset therefore estimates a true overall PCI,
and as such, it has a statistical error. The errors are sometimes surprisingly large,
and therefore well worth calculating.

For software relevant to this chapter, see http://tinyurl.com/spouge-barcode.
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DNA Barcoding: A Tool to Assess
and Conserve Marine Biodiversity

Sudakshina Ghosh, Biswabandhu Bankura and Madhusudan Das

Abstract Accurate Species diagnosis is the key element for biodiversity studies and
conservation planning. Conventionally, morphological characters are used to identify
a species. But, this approach needs a thorough expertise in identifying the external
features which often leads to narrowing down of specialization with regard to ascer-
taining a species within a limited group of taxa. The approach may be particularly
valuable for species identification of organisms that are rare, fragile, and/or small,
especially when morphological identification is problematic and errors are likely due
to simple or evolutionarily conserved body plans. However, each time a new tech-
nique has been introduced in science it was accompanied by some debate and distress,
and DNA barcoding was no exception. Therefore, more collaborative efforts are
needed to explore the potentialities of DNA barcoding in proper species identification
across all taxa. At the same time, we need to set a threshold of the genetic variation in
species delimitation to find out the cryptic species. Itis also an important point to know
that the benefits of DNA barcoding are not restricted to taxonomic or systematic
research only. The discovery of high-throughput sequencing technologies are going
to change the dimension of these techniques in the years to come.

1 Introduction

Accurate Species diagnosis is the key element for biodiversity studies and con-
servation planning. Conventionally, morphological characters are used to identify a
species. However, this approach needs a thorough expertise in identifying the
external features which often leads to narrowing down of specialization with regard
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to ascertaining a species within a limited group of taxa. Thus, the regular job of
identity establishment of a species not only becomes challenging and laborious but
requires in-depth trained professionals. This is more so for larval stages, juveniles
and females which are often excluded while describing a species. So assigning a
species name to a specimen becomes even more puzzling. Many a times, variation
in morphology and phenotypic plasticity may add to the complications in species
determination. Also, declines of taxonomists have been observed who could
identify and characterize species of many taxa. For evolutionary biologists and
ecologists, the main aim is to know how species originate and the factors which
make inconsistency in species richness across different biomes of the globe.
Sometimes, the entire species diversity of a given region remains unknown,
especially for the biodiverse habitats (Purvis and Hector 2000). In these cases, DNA
barcode has proved to be an important tool for the detection of cryptic and
unidentified species (Smith et al. 2008a). Both ecological field observations as well
as DNA barcode markers are essential for finding out new species of insects
(Shashank et al. 2014; Bertrand et al. 2014). For instance, DNA barcode sequences
identified that the common skipper butterfly, found in Central America, which was
initially considered to be a single species as defined by morphological features of
the adults actually comprised of numerous species in correspondence to diets and
features of the larvae (Hebert et al. 2004a). Likewise, this same technique has been
used for cryptic species of hispine beetles (Garcia et al. 2013). Widespread DNA
barcode study on Microgastrinae wasps also showed significant understanding of
their taxonomy and species discovery (Smith et al. 2012). This technique has also
successfully established cryptic diversity among crustaceans, diatoms and fishes
(Silva et al. 2014; Hamsher and Saunders 2014; Winterbottom et al. 2014). Thus its
use for the finding of new species is developing as a potent tool to clarify the
boundaries of species and quantification of their diversity throughout all life stages
(Shank et al. 2006; Costion et al. 2011; Bracken-Grissom et al. 2012; Torres et al.
2014).

However, using the data of DNA barcode sequence, reconstruction of a phy-
logenetic tree to put forward the evolutionary relations among both highly divergent
as well as closely related species is a major task. Sometimes, the reconstruction of a
phylogenetic tree becomes difficult as short stretches of genetic markers are used as
a tool of DNA barcoding. So these community phylogenies can be regarded as a
small part of a Tree of Life project, which seeks to gather and rebuild species
relations. It has been shown that the problem in having limited nucleotide content
can be overcome if species density is high (Smith et al. 2009). Thus as more DNA
barcode data are grouped, an increased number of taxa will be woven into
increasingly larger phylogenies which eventually shall lead to a well-supported
phylogenetic reestablishments of the constituent species from which individual
community phylogenies may be cut out for targeted exploration (Kress et al. 2015).
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2 DNA Barcoding in Diverse Fields of Study

Barcoding can detect any species from bits of samples. Thus once established, this
technique will be able to recognize any unwanted substance in foodstuffs thereby
preventing protected species being incorporated and served in commercial goods. By
the use of this system, one can discriminate the look alikes. This unmasking can help
uncover dangerous organisms camouflaged as harmless ones thereby allowing a more
accurate view of biodiversity. The universal barcode of life is provided by ATGC, the
four distinct nucleotides that cuts down the ambiguity in identifying an organism.
Thus if a standardized library of barcodes can be established, this will enable many
more individuals to identify and call by name the marine species they observe. It will
ease the identification of not only the abundant and rare species but also the native and
invasive ones so that marine biodiversity can get attention at local as well as global
scale. Barcoding is therefore such a tool which links biological identification to
progressing frontiers of DNA sequencing. Assimilating those links will lead to por-
table desktop devices and finally to handheld barcoders. This information eventually
will enrich the genetic details of marine metazoan species and aid in drawing the tree
of life on Earth. Now-a-days it is becoming a regular approach to use DNA barcodes
to easily associate diverse life-history stages with different developmental mor-
phologies, such as eggs, larvae, and adults in insects (Pinzon-Navarro et al. 2010).

3 DNA Barcoding in Marine Biodiversity

Majority of our planet being covered by water bodies, the evaluation of marine
biodiversity becomes a tough job. The vast marine biome is the home for a large
number of plant and animal species. It has already been reported that out of 35
animal phyla, 34 of them have marine representatives while 14 comprise of exclu-
sively marine animals (Briggs 1994; Gray 1997). The vast oceans of the world
consist of more than 230,000 known species which represent around 31 metazoan
phyla. Possibly another large number of species are yet to be discovered. However, if
the rate of extinction of species exceeds that of their discovery, then that becomes a
huge cause of concern. This is particularly true in case of diverse marine endangered
habitats such as coral reefs (Bucklin et al. 2011). Cryptic species, that are mor-
phologically similar but genetically distinct, are commonly encountered in marine
ecosystems. Another difficulty that persists in the marine and estuarine habitat is
connecting the larval stages with the respective adult forms by considering only
morphology. Both these cases can be effectively addressed by DNA barcoding.
Again, invasive species often becomes a threat to the marine biodiversity. This issue
can also be resolved globally through DNA barcoding (Molnar et al. 2008). Thus this
technique is very much effective for molecular phylogenetic studies, geographical
distribution and marine biodiversity conservation (Trivedi et al. 2016b). Many a
times, a variety of factors such as biological mechanisms, water dynamics, or his-
torical events become the root of genetic structuring of populations in marine species
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(Barbar et al. 2000; Nelson et al. 2000). Recent advancements in deep sea research
revealed the existence of extraordinary pharmaceutical properties in a number of
deep sea organisms, DNA barcoding of which has gained much attention in the
global platform. As such, Census of the Diversity of Abyssal Marine Life
(CeDAMar) is dedicated to the barcoding of these deep sea organisms.

4 Biodiversity of Sundarbans Mangroves

Sunderbans, the single largest block of tidal halophytic mangrove forest lying on the
delta formed by the rivers Ganges, Brahmaputra and Meghna are listed in the
UNESCO world heritage list (http://whc.unesco.org/en/list). They are considered as
the world’s largest natural nursery. Around 250 marine and estuarine species of
fin-fish and shell-fish that are ecologically and commercially important use this place
as breeding ground while the juveniles exploit its rich nutrient resources (Trivedi
et al.1994). For the culture of tiger prawn (Penaeus monodon), the congenial salinity
of aquatic sub-subsystem of coastal West Bengal, India is the ideal. However, there
is no shrimp hatchery for tiger prawn in and around the Sundarbans mangrove
ecosystem due to low salinity. In absence of hatchery, the demand for tiger prawn
seeds has become very acute and farmers depend on wild harvest of tiger prawn
seeds from estuarine and coastal waters. While doing this, larva and juveniles of
non-target species that are caught in the tiny mesh sized nets are thrown away and
wasted. This exercise results in great loss of pelagic biodiversity, which might lead
to an ecological imbalance (Rao 2004). An earlier report revealed that about 62
species of fin-fish and 22 species of shell-fish that thrive in diverse salinity are wasted
during the netting process (Mitra and Banerjee 2005). As they lack a distinct mor-
phology, so it becomes very tough for taxonomists to identify the larva and juve-
niles. Loss in the demersal fishery sector can be quantified if the taxonomic diversity
is confirmed. Hence, it is of utmost importance to identify the juveniles using DNA
barcoding, the intent of which is to use large scale screening of reference genes in
order to assign unknown individuals to species and to enhance the discovery of new
species. Outcome of the study will help to assess the economic loss in the demersal
fishery sector and build up a distribution map of larva/juveniles in terms of salinity in
and around the Sundarban delta. This will eventually lead to conservation of fin-fish
and shell-fish stock at the apex of Bay of Bengal adjacent to Sundarbans.

Mangroves at the juncture of terrestrial, estuarine and near shore marine ecosystem
are of enormous ecological and economic significance. It has been reported that the
mangrove ecosystem services worldwide are worth at least US$1.6 billion annually
(Field et al. 1998; Costanza et al. 1997). But this dynamic and unique ecosystem is
getting threatened and depleted. So the conservation of mangroves needs immediate
attention. Loss of evolutionary unique species in the mangrove ecosystem has been
reported and DNA barcoding provided phylogenetic evidence for creating unified
mangrove management plan worldwide (Daru et al. 2013).
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5 DNA Barcoding of Marine Microbes

Microbial biodiversity valuation has always been a challenging task. Proper identifi-
cation of microbes is of utmost importance for preventing the spread of diseases caused
by them. DNA barcoding of marine environmental samples has put forward the huge
dinoflagellate diversity which serves as primary producers (Stern et al. 2010).

6 DNA Barcoding of Seagrasses, Mangroves and Marine
Phytoplanktons

Seagrasses, the submerged flowering plants have much ecological influence on the
coastal environment owing to their nutrient recycling ability and high primary
productivity. Also, they are known to contain secondary compounds of medicinal
value. For example, rosmarinic acid (antioxidant) and zosteric acid (antifouling
agent) are obtained from seagrasses. In spite of the diverse distribution of these
marine plants worldwide yet, arapid decline of this species has been
reported globally since 1980 (Waycott et al. 2009). Hence, there is a dire need for
their conservation. Their identification becomes difficult because of the unavail-
ability of the flower as a distinct morphological trait. In such a case, DNA bar-
coding can aid in establishing their identity. Several markers have been used for
identification of seagrasses such as nuclear ITS for Halophila (Waycott et al. 2002),
trnK introns and rbcL for Zostera (Les et al. 2002), ITS1, 5.8S rDNA and ITS2 for
Halophila (Uchimura et al. 2008). By using rbcL and matK sequences it was found
that DNA barcoding for seagrasses could be developed (Lucas et al. 2012).

7 DNA Barcoding of Marine Algae

Morphological characters are insufficient to differentiate the different species of red
marine macro algae. For this, mitochondrial COI gene and UPA (Universal Plastid
Amplicon) domain V of the 23S rRNA gene were used as molecular markers for
their identification. Results showed that COI was a more sensitive marker to
identify a new species Euthoratimburtonii (Clarkston and Saunders 2010).
However, owing to lack of universal primers, COI is not effective for the identi-
fication of all species. Again, UPA in spite of having universal primers had limi-
tations among closely related species (Xiaobo et al. 2013). Gracilariaceae, a
commercially important red algal family, is widely used in biotechnology and
microbiology research. Aphycocolloid agar being difficult to identify morphologi-
cally, DNA barcoding is helpful in the identification of Gracilaria at the species
level (Kim et al. 2010). Thus barcoding can be a suitable technique for keeping a
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watch on marine and coastal ecosystems for detecting species causing Harmful
Algal Bloom (HAB).

8 DNA Barcoding of Marine Zooplanktons

DNA barcoding of zooplanktons provides a solid platform for better understanding
of marine ecology. The Census for Marine Zooplanktons (CMarZ) having its DNA
Barcoding Centers located in UConn (USA), Bremer-haven (Germany), ORI
(Japan), Qingdao (China) and Goa (India) is dedicated to the study of global
zooplankton communities.

9 Sponges

The lack of distinct morphological features and high degree of homoplasy have
mystified classification within the phylum Porifera (sponges), making DNA bar-
coding particularly useful in this group. However, the resolving power of COI in
sponges differs greatly from their higher metazoan counterparts (Cardenas et al.
2009; Heim et al. 2007; Park et al. 2007; Worheide 2006). The divergence rates of
COI are reported to be 10-20 times lower for sponges compared to Bilateria
(Shearer et al. 2002; Worheide 2006), and the barcode region typically does not
distinguish between species. Several other barcode regions, such as the I3-M11
region of COI (Erpenbeck et al. 2006) and ITS (Park et al. 2007; Poppe et al. 2010)
have also been used in other studies.

10 Cnidarians

Very low levels of COI polymorphism in the barcode region of cnidarian class
Anthozoa has restriced its usefulness for species discrimination (Shearer et al.
2002). This may be due to the very slow nucleotide substitution rates for mito-
chondrial genes (Hellberg 2006). Shearer and Coffroth (2008) suggested that the
lack of COI divergence among many species indicates the need for different
other markers. However, reports showed that COI successfully discriminated four
species of gorgonian corals in the Mediterranean region (Calderon et al. 2006). The
same marker also differentiated the species of the hexacorallian order Zoantharia
(Sinniger et al. 2008). It was observed that genetic distances widely varied among
species, genera, and families (Sinniger et al. 2010), which is suggestive of COI to
be useful for zoanthid classification. Again, COI evolution in Hydrozoans and
Scyphozoans is more typical of other metazoans (Huang et al. 2008). Barcoding
based on COI found the presence of several cryptic species among hydrozoans
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(Folino-Rorem et al. 2009; Moura et al. 2008). Along with other genes, the species
and systematic relationships of Scyphozoa and hydrozoan family Campanulariidae
was also resolved using the same marker (Govindarajan et al. 2006).

11 Barnacles

Tsang et al. reported the presence of cryptic species within the acorn barnacle
Chthamalus (Tsang et al. 2008) and the symbiotic coral barnacle Wanella (Tsang
et al. 2009) through their barcoding in the western Pacific. The same technique also
put forward the fact that genetic divergence was lacking between the species of
Tetraclita (Tsang et al. 2007).

12 Copepods

To confirm the status of copepod sibling species swarms, many barcoding studies
have sought to re-examine morphologically based descriptions. The sibling species of
calanoid copepods, Calanus (Hill et al. 2001; Unal et al. 2006), Clausocalanus
(Bucklin and Frost 2009), Neocalanus (Machida et al. 2006), and Pseudocalanus
(Bucklin et al. 2003) have been determined and confirmed by COI barcode region.
Bottger-Schnack and Machida examined the cyclopoid copepods (species of
Oncaeidae—comprising of more than 100 species and many sibling species) for
genetic uniqueness of COI and other genes (Bottger-Schnack and Machida 2010).
The copepods although being thought of as taxonomically well known, compre-
hensive analyses using DNA barcodes revealed their hidden diversity and cryptic
speciation across the suborder.

13 Stomatopods

To understand the larval diversity of stomatopods, DNA barcoding has been of
much use (Feller and Cronin 2016). This technique has been used by Tang et al.
(2010) to recognize stomatopods (mantis shrimp) from the South China Sea. They
were successful in linking the unknown larvae to known adult species from that
region. In comparison, Barber and Boyce (2006) used barcodes to discriminate
larval stomatopods in the Coral Triangle and the Red Sea; however only a fistful
could be successfully matched to known adults.

14 Mysids

In a study by Remerie et al. (2006), a marked divergence has been found between
Atlantic and Mediterranean populations of a complex of cryptic species within the
mysid Mesopod opsisslabberi.
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15 Amphipods

Amphipoda, one of the most species-rich groups, consists of more than 170 extant
families and approximately 10,000 described species till date (Ahyong et al. 2011).
For reconstruction of the phylogeny of the genus Amphipod, barcoding may prove
to be a suitable technique to ascertain unidentified members inhabiting all parts of
the sea, lakes, rivers, sand beaches, and moist habitats on various tropical islands.

16 Euphausiids

Euphausiids are found across all gradients and basins of the World Ocean. They are
found over a wide range, from the surface stratum to at least 4000 m depth and
from arctic to antarctic waters. In this group, there are 86 known species; although
some have geographical variants. They are not only ecologically significant but
occasionally may dominate the pelagic communities with regard to abundance and
biomass. Barcoding has been of much use for species identification of euphausiids,
especially for the larval and juvenile forms. In a study by Bucklin et al. (2007), COI
was shown to reliably separate 40 species of euphausiids.

17 Decapods

Adult decapods are clearly identifiable but their larval and juvenile forms are tough
to recognize. However, barcoding technique successfully distinguished the species
of fiddler crab Ucain the North Western Indian Ocean (Shih et al. 2009) and the
hermit crab Clibanarius of the Ryukyu Archipelago of Japan (Hirose et al. 2010)
and also the larvae of Cancer crabs in the South Eastern Pacific Ocean (Pardo et al.
2009). On the eastern coastline of Africa, cryptic species of decapod brachyuran
mangrove crab Perisesarma guttatum were identified using polymorphic DNA
sequence of COI (Silva et al. 2010).

18 Molluscs

Barcoding technique has been widely used for marine molluscs which includes
chitons (Kelly et al. 2007), gastropods (Hunt et al. 2010; Jennings et al. 2010a;
Krug et al. 2007), bivalves (Feng et al. 2011; Lorion et al. 2009; Mikkelsen et al.
2007; Nuryanto et al. 2007; Trivedi et al. 2015), and cephalopods (Allcock et al.
2011; Undheim et al. 2010). By this process, species relationships of the gastropod
Nerita were shown throughout the South Western tropical Pacific Ocean (Spencer
et al. 2007). Again, barcode studies have ruled out the possibility of genetic
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differentiation among certain species of molluscs. Barcode differences were lacking
in the sympatric intertidal limpets (Siphonariidae) off coastal Southeast Africa. This
suggested that they are morphotypes of a single species (Teske et al. 2007). Again,
2 clams of the genus Donax also showed no noteworthy variation of barcode,
thereby representing only one single species (Carstensen et al. 2009). In spite of the
barcode data being sparse and taxonomic coverage inclined towards shallow water
species, Puillandre et al. (2009) successfully identified gastropod larvae by this
method.

19 Annelids

Polychaetes comprise the vast majority of marine annelids with over 12,000 known
species. Hardy et al. (2011) carried on a comprehensive barcoding study of poly-
chaetes in the Alaskan and Canadian Arctic which revealed that one-fourth of this
species represented two or more discrete genetic lineages. In another study, pres-
ence of cryptic species within the cosmopolitan fireworm Eurythoe complanata
(Barroso et al. 2010) was observed. Likewise, Rice et al. (2008) also found a cryptic
species complex within Polydora cornuta along the Atlantic and Pacific coasts of
North America; by the use of COI, closely related sympatric species of the lugworm
Arenicola (Luttikhuizen and Dekker 2010) and the oligochaete Tubificoides (Erseus
and Kvist 2007) were segregated in northeast Atlantic and Scandinavian waters.

20 Echinoderms

One hundred and ninety one species of echinoderms, representing all five classes,
were discriminated using DNA barcode (Ward et al. 2008). As a marker, COI has
been used in barcoding studies to look at species limits and find out cryptic species
of asteroids(Naughton and O’Hara 2009), holothuroids (Uthicke et al. 2010), and
crinoids (Helgen and Rouse 2006; Wilson et al. 2007). New procedures and primers
for COI sequencing have been produced by synchronized efforts to accelerate
barcoding of individuals of this phylum (Hoareau and Boissin 2010).

21 Nematodes

DNA barcoding is a very crucial method for the identification of nematodes as the
morphological distinction to describe species is often not possible due to their
abundance, small size, and lack of expertise in taxonomy. Nematode diversity in
marine sediments has not been explored much; it has been put forward by surveys
that diversity of marine nematodes may go beyond 1,000,000 species (Lambshead
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et al. 2001). As there were complications in developing COI primers, the
small-subunit (18S) rRNA gene was used for species identification and diversity
(Bhadury et al. 2006; Bhadury and Austen 2010; Floyd et al. 2005). However, some
studies have already identified the cryptic diversity of nematodes by the use of COIL
variation (Derycke et al. 2010; Sanna et al. 2009).

22 Bryozoa

In cosmopolitan bryozoan Celleporella, although the phenotypic change was
insignificant, yet Gomez-Campo (2007b) found close correspondence between
barcode lineages and reproductive isolation of taxa; their divergence into four major
clades was also noted (Gomez et al. 2007a).

23 Pycnogonids

From the Antarctic and sub-Antarctic collections, cryptic lineages within the pyc-
nogonid Colossendeis megalonyx were found through COI investigation (Krabbe
et al. 2010).

24 Chaetognaths

Although subtle morphological differences divide chaetognath species across wide
geography, their correct identification is possible using the COI barcode region
(Jennings et al. 2010b). Here also, cryptic species was observed by Miyamoto et al.
(2010) within the deepsea chaetognath Caecosagitta macrocephala. Thus barcod-
ing technology has proved to be an important tool for better understanding of the
classification and evolutionary relationships of this phylum.

25 Fishes

In 2005, following barcoding success with fishes (Savolainen et al. 2005; Ward
et al. 2005) the global initiative Fish Barcode of Life (FISH-BOL; http://www.
fishbol.org) was established. FISH-BOL gathers DNA barcode records for all
30,000 known species of fishes which are used to address commercial fisheries
related issues. It also promises to be a potent tool for extending the concept of the
natural history and ecological interactions of fish species (Ward et al. 2009). This
technique is useful for identifying not only whole fish, fillets, fins, fragments and
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larvae, but even eggs. Shark fins seized from illegal fishers in northern Australian
waters were identified by this process (Holmes et al. 2009). Fish larvae identifi-
cation by COI barcoding has been quite successful across different parts of the
globe as reported from the Great Barrier Reef (Pegg et al. 2006), Caribbean (Victor
2007), and Pacific (Hubert et al. 2010; Paine et al. 2008). A study of fish species
done to connect South African and Australian waters revealed that nearly one-third
of those species represented two taxa (Zemlak et al. 2009). Likewise, COI bar-
coding validated a number of new fish species, that includes a goby (Victor 2008),
sting ray, Antarctic ray Bathyraja (Smith et al. 2008b), handfish Brachionichthys
australis (Last et al. 2007) and 5 new species of damselfish Chromis (Pyle et al.
2008). However, findings from larger-scale barcoding studies of fishes are sug-
gestive of the fact that around 2 % species are overlooked based on the distance
metric as proposed by Hebert et al. (2004b). As such, further studies of any barcode
that deviates from its putative species by ten times the average divergence within
that group should be targeted.

26 Reptiles

The biodiversity hotspot of Madagascar was the first place where large scale DNA
barcoding of reptiles (comprising Squamata and Testudines) were conducted with
468 specimens. This study identified 41-48 new species. The technique of DNA
barcodes can be useful for conservation and wildlife forensics of sea turtles and
other endangered species by identifying their meat and eggs that are traded illegally
or the carcasses stranded on beaches (Vargas et al. 2009; Trivedi et al. 2016a). The
sea turtles are a group of ancient individuals having a slow mutation rate. In spite of
that, all species belonging to this group were successfully recognised and on the
basis of genetic distances and character-based methods, no cryptic species were
found (Naro-Maciel et al. 2010).

27 Birds

The All Birds Barcoding Initiative (ABBI) was launched in September 2005.
Its aim was to barcode around 10,000 known species of birds. Out of 17 sets of
species of North American seabirds having overlapping barcodes, 8 species of large
white-headed gulls were found by Kerr et al. (2007). Owing to secondary contact
and hybridization, these well-formed species are losing their genetic identity. In
another study, DNA barcoding analysis was carried on with 387 individuals of 147
species of birds (including seabirds) from the Netherlands (Aliabadian et al. 2013).
However given the rapid depletion of mangrove forests, acidification of oceans,
increase in salinity and sea level elevation, much more efforts are required for DNA
barcoding of sea birds with a view of their conservation.
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28 Mammals

Till date, there is a lack of a complete library of DNA barcodes for marine mam-
mals. However, a new species of beaked whales (Ziphiidae), Mesoplodon perrini,
was discovered from the north Pacific using the barcode technique (Dalebout et al.
2002); M. traversii (van Helden et al. 2002), an almost lost species in the Southern
Hemisphere was restored in the same way. Likewise, the identity establishment of
the tropical bottlenose whale, Indopacetus pacificus (Dalebout et al. 2003) was also
confirmed.

29 Conclusion

DNA barcoding is an efficient approach of species identification that uses infor-
mation within a single gene region common across all taxa. The approach may be
particularly valuable for species identity establishment of rare, fragile, and/or
small organisms, especially when morphological detection is problematic and
errors are likely to crop up due to simple or evolutionarily conserved body plans.
Whenever a new technique has been introduced in science it was accompanied by
some debate and distress, and DNA barcoding was no exception. Therefore, more
collaborative efforts are needed to explore the potentialities of DNA barcoding in
proper species identification across all taxa. We need to set a threshold of the
genetic variation in species delimitation to find out the cryptic species as well. It is
also an important point to know that the benefits of DNA barcoding are not
restricted to taxonomic or systematic research only. The discovery of
high-throughput sequencing technologies are going to change dimension of these
techniques in the years to come.
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Safety Assessment and Authentication
of Seafood Through DNA Barcoding

Shalini Saggu, Hasibur Rehman, Subrata Trivedi, Al Thbiani Aziz
and Jayda G. Eldiasty

Abstract Consumers of today have more apprehension on food safety ever before
and high value markets such as EU and USA market are place much attention on it.
Quality of food is a very important aspect of human life and people become more
and more anxious about nutrition, food safety and environmental issues that
determine their acceptance of food products. Food traceability is a central issue for
the identification of improper labeling of processed food and feed and there are
rules aimed to protect consumers and producers against fraudulent but the tools
available are not always appropriate. Recently, DNA barcoding has gained support
as a rapid, cost-effective and broadly applicable molecular diagnostic technique for
seafood authentication. DNA barcoding methodologies are progressively more
applied not only for scientific purposes but also for diverse real-life uses. The
present chapter brings out a comprehensive review on the seafood authentication
and fraud. Developing country markets are placing poor attention on food safety
and sanitation measures and rising levels of market information, education and
awareness programmes will help to minimize the gap.

Keywords COI - DNA barcoding - Seafood - Safety - Security

1 Introduction

Seafood products are a common consumer choice and a variety of cooking methods
are used in seafood preparation. The increased awareness of the value of food
quality is reflected in an increased request by consumers of assurances regarding the
origin and content of the food they buy. At the same time, companies must be able
to confirm the authenticity of their products, to comply with the regulations and to
protect their products from global competition (Scarano and Rao 2014). For these
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reasons, the identification of the origin of the ingredients present in food or feed and
the characterization of materials entering and exiting the food chains are of par-
ticular relevance.

DNA barcoding shows enormous promise for the rapid identification of
organisms at the species level. There has been much recent debate, however, about
the need for longer barcode sequences, especially when these sequences are used to
construct molecular phylogenies. All food products must comply with the
description provided by the manufacturers or processors, with reference to the
origin of the ingredients, details of the transformation process, the geographic origin
and the identity of the species, breeds or varieties used. The partial or complete
replacement with cheaper components is one of the most common frauds to the
consumers and producers.

Nowadays DNA barcoding is an established technique that involves sequencing
gene segments and comparing the results with orthologous reference sequences in
public databases (Hebert et al. 2003). The objective of DNA barcoding is to identify
the sample species by sequencing a single gene that is universally amplified across
metazoans using as template genetic materials isolated from a small portion of
organisms in any stage of their life history; theoretically, all species are delineated
by their unique barcode sequence, or by a tight cluster of very similar sequences
(Ward et al. 2005). The core assumption of DNA barcoding is that variation in the
nucleotide sequence is lower within a species than between different species (Meyer
and Paulay 2005). Typically, genes within the mitochondrial genome are used for
DNA barcoding of animals. Mitochondrial genome lacks introns, pseudogenes and
repetitive sequences in mitochondrial genome facilitate sequence alignments of the
amplified genes (Lin et al. 2005). Complete mtDNA genome sequences are publicly
available; primers can therefore be designed to amplify and sequence any species
that has a published mtDNA genome (Simmon and Weller 2001; Lin and Hwang
2008).

The cox1 gene, which encodes for the cytochrome oxidase subunit I, was originally
proposed to be a specific mitochondrial marker for animal DNA barcoding. Molecular
identification based on cox1 sequencing has provided reliable results for several animal
groups that have been tested (Hebert et al. 2004a, b) and has also been expanded to
include high resolution at the species level for fish (Hogg and Hebert 2004; Dawnay
etal. 2007; Ivanova et al. 2007; Hubert et al. 2008). Based on these encouraging results,
the barcoding community has established a Fish-BOL (Fish Barcode of Life) initiative
that seeks to assemble a comprehensive reference system based on cox 1 sequencing for
all of the estimated 20,000 marine and 15,000 fresh-water fish species (http:/www.
fishbol.org/index.php). The main goal of this project is to help manage fish biodiversity
and develop the Catalogue of Life (http://www.catalogueoflife.org/search.php) DNA
barcoding can be applied to several fields, including biodiversity monitoring (e.g.
taxonomic, ecological and conservation studies) and forensic science. Additionally,
DNA barcoding can be used to identify organisms that lack distinctive morphological
features (i.e., are in the larval stage or because of homoplasy and phenotypic plasticity of
a given diagnostic character to environmental factors (Vences et al. 2005). Application
of DNA barcoding for food authentication has recently gained attention because of food
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safety concerns, including incorrect food labeling, food substitutions (Marko et al.
2004) or recent food contamination. According to U.S. Food and Drug Administration,
fish substitutions in seafood derivatives are becoming increasingly common; thus,
analytical methods to verify food labeling are needed (http://www.fda.gov/Food/
FoodSafety/ProductSpecificInformation/Seafood/RegulatoryFishEncyclopediaRFE/
ucm(71528.htm). In this chapter we also tried to go through the literature available on
the seafood authentication and sea food safety by using our search filter in PubMed
(Table 1).

2 DNA-Barcoding a Reliable Method for Seafood
Authentication

To detect and prevent species substitution on the commercial market, a number of
methods have been developed based on the unique protein or deoxyribonucleic acid
(DNA) profiles found in different species. Protein-based methods are generally
reliable for testing fresh or lightly processed seafoods, but become impractical in
heavily processed foods, where proteins are degraded (Rasmussen and Morrissey
2008). Although some studies have reported the use of enzyme-linked
immunosorbent assays with heat-treated seafood products (Carrera et al. 1997;
Asensio et al. 2003) this method does not work well with closely related species and
requires the development of species-specific antibodies. In contrast, DNA-based
methods have numerous advantages over protein-based methods, including a higher
information content, greater resistance to degradation, increased specificity and
sensitivity, and presence in all cell types (Rasmussen and Morrissey 2008).

There are three main steps in DNA-based identification: DNA isolation, poly-
merase chain reaction (PCR) amplification, and detection of species based on
unique DNA profiles. This review will primarily discuss the PCR amplification and
species identification steps, but some advances in DNA isolation techniques will
also be highlighted. Some important characteristics to consider when selecting a
DNA-based method for use in seafood species identification include sample pro-
cessing time and costs, equipment and startup costs, reproducibility, reliability,
range of target species, and ability to recover and identify DNA from processed
products, complex food matrices, and mixed-species samples. Further, for
large-scale screening purposes, methods that can be applied in automated and
high-throughput settings are desirable. Numerous DNA-based detection methods
have been used for seafood species identification, including PCR sequencing, PCR—
restriction fragment length polymorphism (RFLP), species-specific PCR, random
amplified polymorphic DNA (RAPD), and single-stranded conformational poly-
morphism (SSCP) (Rasmussen and Morrissey 2008; Teletchea 2009). Each of these
methods has some advantages and disadvantages, as outlined in Rasmussen and
Morrissey. For example, PCR sequencing, PCR-RFLP, and species-specific PCR
all exhibit high reproducibility. However, traditional PCR sequencing can be costly
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Table 1 Search method used and the number of articles available on PUBMED

Search criteria/keywords Articles available on PUBMED
Seafood safety 1416
Seafood safety and fraud 06
Seafood safety and DNA barcoding 07
Seafood and DNA barcoding 24
Seafood fraud 20
Seafood fraud and DNA barcoding 05

and time-consuming and cannot be used to identify multiple species in one sample.
PCR-RFLP and species-specific PCR are less costly and can generally be used with
mixed-species samples, but they are vulnerable to errors from intraspecies variation
and they do not provide the high level of information acquired with PCR
sequencing. In addition, RAPD and SSCP do not require prior knowledge of DNA
sequence information, but they exhibit reduced reproducibility compared with other
methods, and RAPD is vulnerable to DNA degradation.

3 DNA Barcoding of Seafood and Other Food
Commodities

DNA barcoding is predominantly successful when applied to seafood because: (i) in
comparison to other animal sources (e.g. cattle, sheep, goat, horse) the number of
species is higher, so the effectiveness of the technique is enhanced; (ii) classical
identification approaches are not useful in many cases (following industrial pro-
cessing, morphological characteristics are often lost and classical identification
processes are no longer effective) and (iii) identification can often proceed beyond
species level, allowing the identification of local varieties and hence the origin of
the product. The technique has been used to identify commercial fraud, e.g. the
illegal and dangerous substitution of the toxic puffer-fish mislabelled as monkfish.
Despite its proven effectiveness, few studies on the application of DNA barcoding
to certain categories of seafood (e.g. crabs and lobsters) have been conducted.
Therefore, more extensive studies are required to confirm the potential use of this
technique on all kinds of seafood, as a reliable traceability tool (Table 2).

The applicability of DNA barcoding for the identification and traceability of
mammalian (e.g. beef, pork, lamb, venison, horse) and avian (e.g. chicken, turkey)
meat is also identified. However, there are several cases of species or breeds with
the same DNA profile. In this case DNA barcoding would not be able to return a
correct identification, thereby making it impossible to track some meat products.
This occurrence is common in livestock. An example is cattle where many breeds
are derived from hybridisation events.
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Table 2 Example of the

h Food product References
some food product’s with Soi Do Matt o011
DNA barcoding studies pices e Mattia et al. ( )
Meat Teletchea et al. (2008), Cai et al. (2011)
Cod Di Pinto et al. (2013)
Fish Filonzi et al. (2010)
Anchovy Jérome et al. (2008)
Shark Barbuto et al. (2010)

There are no technical limitations to the application of DNA barcoding to the
traceability of plant raw materials. However, at cultivar level, the reduced genetic
diversity often requires analysis of large portions of the genome. This has cost
implications and is contrary to the basic DNA barcoding methodology, which
requires the analysis of short and universal DNA regions only. Regarding dairy
products, the authors pointed out that although no studies based on a strict DNA
barcoding approach have been conducted, the use of molecular tools to characterize
and trace dairy products is gaining large acceptance.

Regarding processed foods, DNA barcoding has been used to identify com-
mercial tea, fruit species in yogurt, and fruit residues in juices, purees, chocolates,
cookies etc. However, certain challenges were highlighted. During processing, the
DNA structure of many ingredients (e.g. seeds, fruits, plants and animal parts) can
be transformed as a result of physical (i.e. heating, boiling, and UV radiation) or
chemical (i.e. addition of food preservative, artificial sweeteners) treatments. For
this reason, the application of DNA barcoding on transformed commodities can be
ineffective.

4 Seafood Deception

Information on a food product is indispensable for consumers to let them choosing
one food product over another. The choice can reflect everyday life, holy concerns
or health concerns (e.g. absence of peanuts, lactose intolerance or gluten for indi-
viduals with particular allergies). For these reasons erroneous depiction and mis-
labeling of a food product are unlawful, particularly if the food has been processed
removing the ability to distinguish the components. All studies that have investi-
gated seafood fraud have found it and there was not a single study which has
reported 0 % fraud overall. The huge majority (91 %) of studies focused their
sampling at the retail end of the supply chain. The few studies that sampled
mid-chain were split between landings, distributors, processors, and wholesalers.
The studies includes mostly surveys of seafood species sold at retail, but also
covers instances of fraud such as government investigations of illegal practices in
the industry and other observations by scientists, governments, and consumers. To
date, studies and investigations have been conducted in 29 countries and on all
continents except Antarctica. The United States has the highest number of studies
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on seafood fraud at 39, followed by Spain at 14 and Italy at 11. Although the
percentage of seafood fraud found in the studies ranges from 1.5 to 100 %, the
average level of mislabeling found in these studies is 22 %.

Seafood fraud is not new and has been in the press for nearly a century. The
earliest account of seafood fraud identified thus far comes from a news report from
1915, while the most recent was published in 2014. This increase can be attributed
to rapid advances in DNA-based technology, the species authentication method
used by most researchers today. DNA-based technology has simplified the process
of species identification and made it more cost-effective than the previous technique
called isoelectric focusing.

5 Conclusions

As demonstrated in this chapter, DNA-based techniques for species identification
are rapidly evolving. The three most commonly used methods, PCR sequencing,
PCR-RFLP, and species-specific PCR, are all experiencing ongoing technological
advances leading to increased speed and automation potential. Emerging techniques
for species identification, such as micro-arrays and NGS technologies have pro-
vided extremely high-throughput, automated platforms for DNA analysis that could
be applied to regulatory screening of seafood products or large-scale sequencing
operations. Eventually, the choice of method(s) is dependent on a combination of
factors, including the desired scale of automation, speed, and throughput; the range
and degree of processing of target species; and the required level of information
content and specificity.

In recent years, the DNA barcoding has been exploited for both phylogenetic
(research) and commercial (legal) purposes in many taxa, not only of fishes but also
of crustaceans and mollusks. In fact, if it is true that DNA barcoding was initially
exploited almost exclusively for biodiversity studies in marine organisms, it is also
true that more recently DNA barcoding has also been proposed for genetic trace-
ability of seafood products (Aquino et al. 2011; Lakra et al. 2011; Zhang et al.
2011; Trivedi et al. 2014, 2016).

Conventional DNA barcoding is an efficient tool that can be used to identify
food components and thus validate label information contents. Molecular authen-
tication of fresh and processed food based on DNA markers offers a valuable
contribution for the identification of genetic material along the production chains
since, in principle, DNA can be extracted from any food product. Finally, the
application of DNA markers for the identification, characterization, and traceability
of food component can improve the transparency of food production systems,
helping honest producers in the protection of their food productions.
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Bioinformatics Tools in Marine DNA
Barcoding

Pradosh Mahadani, Subrata Trivedi, Hasibur Rehman
and Shalini Saggu

Abstract Information science has been applied to manage the information gen-
erated in molecular biology to produce the field called Bioinformatics. Application
of bioinformatics in several ways is an integral part of DNA barcode research. Since
the origin of the DNA barcode concept, three major criteria were set up to test the
efficiency of barcode regions. These are (i) Universal Primers to amplify the bar-
code region (ii) Calculation of Barcode gap (intra and interspecies distance) (iii)
Species resolution power. For evaluation of these criteria, DNA barcode community
is applying bioinformatics tools and algorithms in primer design, distance calcu-
lation, phylogenetic analysis, etc. DNA Barcoding produces a huge amount of
Cytochrome ¢ oxidase subunit I (COI) sequences information for species identifi-
cation from animal kingdom of marine biodiversity. Similarly, Consortium of
Barcode of Life (CBOL) plant group proposed plastid genes rbcL and matK either
singly or in combination as the standard DNA barcode for plants (CBOL Plant
Working Group 2009). ITS of the nuclear ribosomal RNA standardized as the
universal barcode marker for fungi. Bioinformatics play a major role in storing of
DNA barcode information, and it is easy to retrieve from the database.
Software-based sequence quality assurance is main starting and check point for the
production of barcode sequences. In this chapter, we discussed different tools and
methods of bioinformatics and their proper utilization.
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1 Introduction

1.1 DNA Barcode Repository

A database is a collection of information stored on a computer in a systematic way,
such that a computer program can access it easily. Databases that are available via
the web also became an in disable tool for biological research. The store data need
to be accessed in a meaningful way, and often contents of several databanks or
databases have to access simultaneously and correlated with each other.
Bioinformatic’s databases are publicly available and are designed, developed and
maintained by different organization located across countries in the world. These
databases must have developed using different database management system e.g.
MySQL, Oracle, etc. or stored as spread sheets, flat files and simple text files on
different hardware flatforms. The Barcode of Life Data System (BOLD) has
evolved into primary resources for the DNA barocding community as well as NCBI
or its sister genomic repositories, DNA Data Bank of Japan (DDBJ), European
Molecular Biology Laboratory (EMBL).

1.2 The Barcode of Life Data System (BOLD)

In 2005, online database The Barcode of Life Data Systems (www.barcodinglife.
org) established for the collection and management of specimen, distributional, and
molecular data as well as analytical tools to support their validation. BOLD is freely
available to any researcher with interest in DNA barcoding (Ratnasingham and
Hebert 2007). On drawback of prior version, BOLD version 3.6 was released in
October 2013 to address the usability gaps. BOLD divided into four major sections.
These are Database, Taxonomy, Identification, and Workbench (Fig. 1).

e Database: These database resources are four different parts.

I. Public data portal: contain the entire DNA barcode sequences on
BOLD. This database can be used to access and download the associated
specimen data and sequences.

II. BIN database: Barcode Index Numbers (BINSs) are an interim taxonomic
system for animals. Barcodes are clustered algorithmically, generating a
web page for each cluster which is deposited in this database.

III. Primer database: A searchable database of barcode primers, which
includes primer statistics.

IV. Publication database: A searchable, community maintained database of
barcode papers linked to published datasets. Search by title, abstract or
author keywords (Fig. 2).
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Fig. 2 Barcode of life database page

e Taxonomy: This link provides access to the taxonomy browser, a public
resource which contains a page that displays the images, distribution map and
other details for each taxon on BOLD. User can easily examine the progress of
DNA barcoding of different taxonomic hierarchy.
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e Identification: Through this section identification of unknown sequences of
animal, plant and fungal is possible based on the COI, matK, rbcL, and ITS
genes (Fig. 3).

¢ Workbench: The workbench link provides access to the BOLD data analysis and
management workbench. After logging in, the initial page is the User Console.

2 Genbank

GenBank is a comprehensive database of publicly available DNA sequences for
more than 300,000 named organisms, obtained through submissions from indi-
vidual laboratories and batch submissions from large-scale sequencing projects.
GenBank is maintained and distributed by the National Center for Biotechnology
Information (NCBI), a division of the National Library of Medicine (NLM), at the
US National Institutes of Health (NIH) in Bethesda, MD.

There are two ways to search GenBank: a text-based query can be submitted
through the Entrez system at www.ncbi.nlm.nih.gov/Entrez/ or a sequence query
can be submitted through the BLAST family of programs (see http://www.ncbl.nlm.
nih.gov/BLASTY/). To search GenBank through the Entrez system you would select
the Nucleotides database from the menu. The Entrez Nucleotides Database is a
collection of sequences from several sources, including GenBank, RefSeq, and the
Protein Databank, so you don’t actually search GenBank exclusively. Searches of
the Entrez Nucleotides database query the text and numeric fields in the record,
such as the accession number, definition, keyword, gene name, and organism fields

BOLDSYSTEMS

Identification Request

Fig. 3 Barcode of life identification page
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to name just a few. Nucleotide sequence records in the Nucleotides database are
linked to the PubMed citation of the article in which the sequences were published.
Protein sequence records are linked to the nucleotide sequence from which the
protein was translated. If you have obtained a record through a text-based Entrez
Nucleotides Database search you can read the nucleotide sequence in the record.
However, most researchers wish to submit a nucleotide sequence of interest to find
the sequences that are most similar to theirs. This is done using the BLAST (Basic
Local Alignment Search tool) programs. You select the BLAST program you wish
to use depending upon the type of comparison you are doing (nucleotide to
nucleotide, or nucleotide to protein sequence, etc.) and then you select the database
to run the query in (any of several nucleotide or protein databases).

2.1 Database Search and Sequence Alignment

Database sequence similarity search is an important methodology in DNA bar-
coding which reveals biologically significant sequence relationships, and it suggests
future investigation strategies. Sequence alignment is a common and a powerful
tool to compare novel sequences (DNA, RNA or amino acids) with previously
characterized gene in the database. Sequence alignment is the procedure of com-
paring two (pairwise) or more (multiple) sequences by searching for a series of
character patterns that are the same order in the alignments correspond to mutation,
and gap corresponds to insertion and deletions. Gaps are also introduced to more
similar characters between the sequences involve.

Sequence alignment’s tools are classified as global and local alignments. Global
alignments cover the entire length of the specified sequences. All the characters in
both sequences are compared in the alignments. The algorithm used in global
alignments is the Needlmen and Wunch algorithms. In local alignment, stretches of
sequences with the high density of matches are aligned. Sequences that differ in
length or sequence that share a common domain are suitable candidates for this.
Local alignment is first described by the Smith-Waterman alignments to find out
alignment against a database.

2.2 BLAST

Bioinformaticians have developed so called ‘heuristic’ algorithms, which allow
searching a database in considerably less time. The most popular one is Basic Local
Alignment Search Tool (BLAST) Percent similarity of the resulting DNA or protein
sequences was analyzed through BLAST (Altschul et al. 1990; http://www.ncbi.
nlm.nih.gov/blast/), a choice is offered between the different BLAST programs
through different hyperlinks (nucleotide blast, protein blast, blastx, tblastn, tblastx
etc.) (Fig. 4).


http://www.ncbi.nlm.nih.gov/blast/
http://www.ncbi.nlm.nih.gov/blast/
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Fig. 4 Showing the BLAST result on http://blast.ncbi.nlm.nih.gov/Blast.cgi

As query for barcode sequences in nucleotide BLAST (BLASTN), were used in
FASTA format or Accession No. We specified the database because our sequences
were from mitochondria or chloroplast DNA. So, we choice the “others” database
option. We also selected megablast under the program selection header, which
optimized the search for highly similar sequences and clicked on the Blast button to
initiate the search. The outputs of the megablast search contain a table with
sequencing producing significant alignments. We also used specialized BLAST in
bl2seq for the alignment two (or more) sequence and primer blast to make specific
primer.

BLAST uses statistical method to evaluate hits for their significance. BLAST
program identifies sequences having share common words of a pre-set size
(K-tuple) in the database sequences and these matching words are extended only if
they score higher than pre-defined threshold. The default threshold for the E-value
is 10 and default word size is 11. The E-value is the probability that the query
match is due to randomness. The lower the E-value is more significant the match.
The score (in bits) is a value attributed to the alignment but is independent of the
scoring matrix used, while E-values of 107> and below are often considered
indicative of statistically significant results.

2.3 Multiple Sequence Alignment

A multiple sequence alignment (MSA) arranges a set of sequences in a scheme
where positions believed to be homologous are written a common column. The gap
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represent a deletion, an insertion in the sequences that do not have a gap, or a
combination of insertion and deletions. MSA gives biologist the ability to extract
biological important but perhaps widely dispersed sequence similarity that can give
biologist hints about the evolutionary history of certain sequences. The MSA,
homology search algorithm is some time called ‘many-against-eachother’ search
because the input is a small defined set of sequences which are compared only
against each other, not against an entire database. There are several approaches, one
of the most popular being the progressive alignment strategy used by the clustal
family of programs.

2.4 CLUSLAT

The most commonly used software for progressive alignment is CLUSTALW and
CLUSTALX. This program are identical to each other in term of alignment method
but offer either a simple text interface (ClustalW) suitable for high-throughput tasks
or a graphical interface (ClustalX). ClustalX and ClustalW will take a set of input
sequences and carry out the entire progressive alignment procedure automatically.
The sequences are aligned in pairs in order to generate a distance matrix that can be
used to generate a distance matrix that can be used to make a simple initial tree of
the sequence. Finally, the multiple sequence alignment is carried out using the
progressive approach (Thompson et al. 1997).

ClustalW and ClustalX are both freely available and can be downloaded from
the EMBL/EBI file server (ftp:/ftp.ebi.ac.uk/pub/software/) or from ICGEB in
Strasbourg, France (ftp://ftp-igbmc.u-strasbg.fr/pub/ClustalW/ and ftp://ftp-igbmc.
u-strasbg.fr/pub/ClustalX/). In each case, ClustalX (X stands for X windows)
provides a graphical user interface with colorful display of alignments. Open
ClustalX and open the sequence file using File — Load Sequences. The graphical
display allows the user to slide over the unaligned protein sequences. Select Do
complete Alignment from the Alignment menu. ClustalX performs the progressive
alignment (progress can be followed up in the lower left corner), and creates an
output guide tree file and an output alignment file in the default Clustal format. It is,
however, possible to choose a different format in the Output Format Options from
the Alignment menu. ClustalX also allows the user to change the alignment
parameters (from Alignment Parameters in the Alignment menu). If an alignment
shows, for example, too many large gaps, the user can try to increase the
gap-opening penalty and redo the alignment. ClustalX indicates the degree of
conservation at the bottom of the aligned sequences, which can be used to evaluate
a given alignment (Fig. 5).


ftp://ftp.ebi.ac.uk/pub/software/
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3 Quality Control of DNA Barcode Data

Quality checking is one of the crucial steps for the generation of DNA barcode
sequences. The purpose of bidirectional sequencing is to increase the confidence of
sequence quality. There are two check points one is trimming from raw trace file
and second, 3’ and 5' terminals were clipped to generate consensus sequences and
checking of open reading frame for the protein coded sequences. Trace file are
assemble in sequence editing software (Applied Biosystems Sequence Scanner
v1.0, BioEdit) and sequence with greater than 2 % ambiguous bases were dis-
carded, using quality Value of 40 for bidirectional reads. Manual editing of raw
traces and subsequent alignments of forward and reverse sequences enabled us to
assign edited sequences for most species. In some cases of discrepancy, both the
sequences were reviewed and quality values of the sequences were considered to
determine the most likely nucleotide. Then the 3’ and 5’ terminals were clipped to
generate consensus sequences for each sample. Finally, each of the sequences was
compared in NCBI through BLASTN. The sequences were translated using the
online software ORF finder (http://www.ncbi.nlm.nih.gov/gorf/gorf.html) and
aligned through BLASTP to examine whether the partial amino acid codes were
coherent with the particular gene frame and without any stop codon.
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3.1 BioEdit

BioEdit is a mouse-driven, easy-to-use sequence alignment editor and sequence
analysis program. BioEdit is intended to supply a single program that can handle
most simple sequence and alignment editing and manipulation functions that
researchers are likely to do on a daily basis, as well as a few basic sequences analyses.

3.1.1 Sequence Manipulations Suit

The Sequence Manipulation Suite (http://www .bioinformatics.org/sms2/) is written
in JavaScript 1.5, which is a lightweight, cross-platform, object-oriented scripting
language. JavaScript is now standardized by the ECMA (European Computer
Manufacturers Association). The first version of the ECMA standard is documented
in the ECMA-262 specification. The ECMA-262 standard is also approved by the
ISO (International Organization for Standards) as ISO-16262. JavaScript 1.5 is fully
compatible with ECMA-262, Edition 3. Sequences submitted to the Sequence
Manipulation Suite instead manipulated by the web browser, which executes the
JavaScript. The Sequence Manipulation Suite was written by Paul Stothard
(University of Alberta, Canada). Short descriptions of the programs which were
used in this study.

3.1.2 Reverse Complement

Converted a DNA sequence into its reverse, complement, or reverse-complement
counterpart. The entire [UPAC DNA alphabet was supported, and the case of each
input sequence character was maintained.

3.1.3 ORF Finder

Searched for open reading frames (ORFs) in the DNA sequence. The program
returned the range of each ORF, along with its protein translation. ORF Finder
supports the entire IUPAC alphabet and several genetic codes. ORF Finder was
used to search newly sequenced DNA for potential protein encoding segments.

4 Primer Design

Before starting a barcode project on any new marine group, it is essential to test the
performance of existing primers on fresh specimens from a range of species in the
target group. Bioinformatics tools are very useful to test the efficiency of newly
design primer or existing primers. Proper primer design is actually one of the most
important factors/steps in successful DNA sequencing. Efficacy and sensitivity of
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PCR largely depend on the efficiency of primers. The primers which are unique for
the target sequence to be amplified should fulfill certain criteria such as primer
length, GC %, annealing and melting temperature, 5" end stability, 3’ end specificity
etc. PCR is capable of amplifying a single target DNA fragment out of a complex
mixture of DNA. This ability depends on the specificity of the primers. Primers are
short single-stranded oligonucleotides which anneal to template DNA and serve as
a “primer” for DNA synthesis. In order to achieve the geometric amplification of a
DNA fragment, there must be two primers, one flanking each end of the target
DNA. It is essential that the primers have a sequence that is complementary to the
target DNA. The forward primer which will be complementary to the lower strand
and must run 5'-3". The reverse primer which will be complementary to the upper
strand and must run 3'-5’. However, we always write DNA sequences in the 5'-3'
direction so the reverse primer would be written as reverse complementary form.
We take primers sequences from consensus sequences of multiple sequence
alignment and slightly modified some nucleotide of the primer sequences on the
basis of criteria of primers (Table 1).

5 Phylogenetic Analysis

Phylogenetics is the science of estimating the evolutionary past, in the case of
molecular phylogeny, based on the comparison of DNA or protein sequences. DNA
barcodes are used both to identify species and to draw attention to overlooked and
new species; they can help identify candidate exemplar taxa for a comprehensive
phylogenetic study. Barcode of Life projects create a perfect taxonomic sampling
environment for conducting phylogenetic studies on different branches of the Tree
of Life. Consequently, phylogenies that are constructed on top of barcode libraries,

Table 1 Softwares available and their features for primer design

Name of the Features Available
software/program
OligoCalc Web-accessible, client-based http://basic.

computational engine to calculate northwestern.edu/

molecular weight, solution concentration,
melting temperature, etc.

biotools/OligoCalc.html

PCR products

The program searches for perfectly
matching primer annealing sites that can
generate a PCR product

(http://www.
bioinformatics.org/sms2/
per_products.html)

Primer blast

It uses Primer3 (http://bioinfo.ut.ee/
primer3-0.4.0/primer3/input.htm) to design
PCR primers and then submits them to
BLAST search against user-selected
database

http://www.ncbi.nlm.
nih.gov/tools/primer-
blast/

Prime3 (http:/frodo.

wi.mit.edu/primer3/
input.htm)

This software is very powerful and control
over the size of product desired, primer
size and Tm range, and presence/absence
of a 3'-GC clamp etc.

http://biotools.
umassmed.edu/bioapps/
primer3_www.cgi
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Table 2 Softwares available for phylogenetic analysis

Software/programe References

Phylip http://evolution.genetics.washington.edu/phylip.html
MEGA http://www.megasoftware.net/

PAUP http://paup.csit.fsu.edu/

in a given taxonomic group, are less likely to be influenced by insufficient taxon
sampling. Additionally, barcoding aids in pinpointing and subsequent replacement
of taxa with attributes—such as exceptionally elevated rates of evolution or
nucleotide compositional biases—that can mislead the recovery of phylogenetic
trees. Barcode sequence data can also provide a shared genomic cornerstone for the
variable repertoire of genes that can be used to build the phylogenetic tree. It can be
used as a link between the deeper branches of the tree to its shallow, species-level
branches. Barcode sequences have been analyzed mainly by using phylogenetic tree
reconstruction methods such as NJ, these barcode-based trees should not be
interpreted as phylogenetic trees (Table 2).

6 Methods of Tree Construction

The methods for calculating phylogenetic trees fall into two general categories.
These are distance-matrix methods, also known as clustering or algorithmic
methods (e.g. UPGMA, neighbour-joining, Fitch Margoliash), and discrete data
methods, also known as tree searching methods (e.g. parsimony, maximum like-
lihood, Bayesian methods. Distance is relatively simple and straightforward—a
single statistic, the distance (roughly, the percent sequence difference), is calculated
for all pairwise combinations of OTUs, and then the distances are assembled into a
tree. Discrete data methods examine each column of the alignment separately and
look for the tree that best accommodates all of this information. Unsurprisingly,
distance methods are much faster than discrete data methods. However, a distance
analysis yields little information other than the tree. Discrete data analyses, how-
ever, are information rich; there is an hypothesis for every column in the alignment,
so you can trace the evolution at specific sites in the molecule. Barcode sequences
have been analyzed mainly by using phylogenetic tree reconstruction methods such
as NJ, these barcode-based trees should not be interpreted as phylogenetic trees.

6.1 Neighbor-Joining Method

Neighbor-joining (NJ) a heuristic method for estimating the minimum evolution tree
originally developed by Saitou and Nei (1987) and modified by Studier and Keppler
(1988). NI is conceptually related to clustering, but does not require the data to be
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ultrametric. The principle of NJ is to find pairs of operational taxonomic units
(OTUs) that minimize the total branch length at each stage of clustering of OTUs
starting with a star-like tree. The neighbor-joining method is therefore a special case
of the star decomposition method. The Neighbor-joining (NJ) method constructs a
tree by sequentially finding pairs of neighbors, which are the pairs of OTUs con-
nected by a single interior node. This algorithm does not attempt to cluster the most
closely related OTUs, but rather minimizes the length of all internal branches and
thus the length of the entire tree. The NJ algorithm starts by assuming a star-like tree
that has no internal branches. In the first step, it introduces the first internal branch
and calculates the length of the resulting tree. The algorithm sequentially connects
every possible OTU pair and finally joins the OTU pair that yields the shortest tree.
The length of a branch joining a pair of neighbors, X and Y to their adjacent node is
based on the average distance between all OTUs and X for the branch to X, and all
OTUs and Y for the branch to Y, subtracting the average distances of all remaining
OTU pairs. This process is then repeated, always joining two OTUs (neighbors) by
introducing the shortest possible internal branch. The Fitch—Margoliash method is a
distance-matrix method that evaluates all possible trees to find the tree that mini-
mizes the differences between the pairwise genetic distances and the distance rep-
resented by the sum of branch lengths for each pair of taxa in the tree. NJ has the
advantage of being very fast, which allows the construction of large trees including
hundreds of sequences; this significant difference in speed of execution compared to
other distance methods has undoubtedly accounted for the popularity of the method.
Distance methods are implemented in many different software packages, including
Phylip, Mega$5, Paup*4 and many more.

6.1.1 Models

This is all complicated by the fact that molecular evolution is ancient history, a kind
of molecular archaeology where we are trying to recover the past by extrapolating
backward from a small set of surviving clues. If little evolution has occurred, this is
fairly straightforward. However, and quite rapidly, the true evolutionary difference
between two sequences becomes obscured by multiple mutations (changes on top
of changes), especially at the more rapidly evolving sites. In these cases, a simple
count of the differences between two sequences will underestimate how much
evolution has actually occurred. Various models (corrections) have been developed
to try to estimate the true difference between sequences based on their present
states, such as amino acid substitution matrices (e.g. Dayoff, Blossom, etc.) or
gamma corrections (giving more weight to changes at slowly evolving sites), etc.
However, it is beyond the scope of this chapter to explain these, and the interested
reader should consult one of several excellent texts on molecular evolution for
further detail.
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6.1.2 K2P Model

The Kimura model (Kimura 1980) is an extension of the Jukes and Cantor
(JC) basic model (Tamura et al. 2007). This model distinguishes between two types
of substitutions: transitions, where a purine is replaced by another purine (A<—>G)
or a pyrimidine is replaced by another pyrimidine (C<—>T), and transversions,
where a purine is replaced by a pyrimidine or vice versa (A or G<—>C or T). The
model assumes that the rate of transitions is different from the rate of transversions.
For the species-level analysis, nucleotide sequence divergences were calculated
using the Kimura-2-Parameter (K2P) model, the best metric when distances are low
as in DNA barcode sequence.

6.1.3 Bootstrap Value

Bootstrap analysis is a widely used sampling technique for estimating the statistical
error in situations in which the underlying sampling distribution is either unknown
or difficult to derive analytically. The bootstrap method offers a useful way to
approximate the underlying distribution by resampling from the original data set.
Felsenstein (1993) first applied this technique to the estimation of confidence
intervals for phylogenies inferred from sequence data. First, the sequence data are
bootstrapped, which means that a new alignment is obtained from the original by
randomly choosing columns from it with replacements. Each column in the
alignment can be selected more than once or not at all until a new set of sequences,
a bootstrap replicate, the same length as the original one has been constructed.
Therefore, in this resampling process, some characters will not be included at all in
a given bootstrap replicate and others will be included once, twice, or more.
Second, for each reproduced (i.e. artificial) data set, a tree is constructed, and the
proportion of each clade among all the bootstrap replicates is computed. This
proportion is taken as the statistical confidence supporting the monophyly of the
subset. Bootstrap values should be displayed as percentages, not raw values. This
makes the tree easier to read and to compare with other trees. By convention, only
bootstrap values of 50 % or higher are reported; lower values mean that the node in
question was found in less than half of the bootstrap replicates.

7 Incorporation of Indel Information in DNA Barcode

Insertion and deletion (indels) attract increasing interest because they play an
important role in genomic evolution. Hardly a few studies incorporated the indel
information in phylogenetic analysis and tried to treat different indel as separate
binary characters or fifth state characters. Simmons and Ochoterena (2000) pro-
posed simple indel coding (SIC) and the complex indel coding (CIC) procedures to
treat indels with six rules. Muller (2006) developed a Modified Complex Indel
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coding (MCIC) based on state transformation cost. Simple indel coding method
coded all indels characters by using Gap Coder and FastGap and IndelCoder menu
of SeqState program deals with MCIC. Simple indel coding is conservative and
easy to apply in indels contain sequences. After sequence alignment, for each gap a
number is assigned and each gap position is also reported. In the distance matrix, 1
represents presence of each gap, and O represent the absence of each gap But, this
method is does not utilized the all the available information and CIC rules are very
difficult to translate into a clearly formulate algorithm. Modified Complex Indel
Coding (MCIC) method primarily derived from the Complex indel coding.
In MCIC method, first aligned sequences are numbered and converted into binary
pattern. Ogden and Rosenberg (2007) used gap information during tree construction
under the maximum parsimony principle and concluded that all the three gap
coding methods perform equally well in topological accuracy. However, maximum
likelihood method based analysis (e.g. RAXML, PAUP, etc.) is statistically
inconsistent when sequences evolved with indels. Mufloz-Pajares (2013) first time
developed a software package, Substitution and Indel Distances to Infer
Evolutionary Relationships (SIDIER), on R language. SIDIER combines both the
gap distance and substitutions distance to infer evolutionary relationships. This
combine distance can be used across a wider range of phylogenetic problems and
also useful for barcode gap calculation (Mufioz-Pajares 2013). SIDIER is promising
software for intra and inter specific calculation in DNA barcode studies as well as to
infer phylogenetic relationships. We suggested that the indel-rich loci may be
valuable for phylogenetic but careful attention should be require for selecting
alignment algorithm and indel coding methods (Table 3).

Table 3 Softwares available for selecting alignment algorithm and indel coding methods

Software Method used Reference and availability
name
GapCoder | SIC (Young and Healy 2003) and (http://www.home.
dug.edu/ ~ youngnd/GapCoder)
FastGap SIC (Borchsenius 2007) and (http://192.38.46.42/aubot/
fb/FastGap_home.htm)
SeqState MCIC (http://www.nees.uni-boon.de/downloads/)
PAUP* Missing data/fifth (http://paup.csit.fsu.edu)
character
SPInDel Diverse statistical (http://www.portugene.com/SPInDel/SPInDel
methods webworkbench.html)
SIDIER SIC/MCIC/fifth (http://cran.r-project.org/web/packages/sidier/
characters + substitution index.html)
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Abstract DNA barcoding has proved to be a powerful alternative method to tra-
ditional morphological approaches, allowing to complement identification tech-
niques for living organisms. In this study we assess intraspecific and interspecific
genetic divergence Among the 6 genera marine polychaetes from Great Nicobar
Island of Souther part of the Andaman and Nicobar Island. The present study results
suggested that high level of interspecific genetic variation was observed between
Lysidice collaris and Terebella ehrenbergi (0.727). The minimum genetic distance
(0.316) was observed between genera Phyllodoce fristedti and Ceratonereis mir-
abilis. Morphological identification of the polychaetes in this study was supported
by the molecular data, as shown by the congruence and high similarity between the
sequences produced in the present study and those available in GenBank. This
study presents the first information on DNA barcoding for polychaetes species in
the Great Nicobar Island, and it establishes the effectiveness of DNA barcoding for
identification of marine polychaetes species from Andaman and Nicobar Island,
thus making it available to a much broader range of scientists.
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1 Introduction

The world is facing a global biodiversity crisis (Novacek and Cleland 2001;
Bellwood et al. 2004). The rapid loss of marine and terrestrial biodiversity has
prompted efforts to catalogue this biodiversity in Census of Marine Life (CoML).
Nowadays morphologically taxonomical identifications are declining in number the
reason behind this being the decline of taxonomic skills (Hopkins and Freckleton
2002) and insufficient funding. Besides, the upcoming scientists focus on the
advance techniques of molecular methods.

Annelida, one of the most successful animal phyla, exhibits an amazing variety
of morphological forms. Disparity between some of the forms is so great that until
molecular tools were used. Some annelid lineages were not commonly recognized
as belonging to the group (Halanych and Janosik 2006). Generally polychaetes are
the most dominant and diverse macrofaunal groups in marine benthic habitats.
Usually they characterized up to 80 percentages of high species richness and
diverse group in marine sediments plays fundamental ecological roles in the benthic
communities (Hutchings 1998). Among annelid workers there have been working
hypotheses for the interrelationships of major annelid lineages related to the
molecular techniques. The relationships within polychaete groups have been diffi-
cult to discern and molecular data only partly corroborate classifications done on
morphological grounds.

In the last decade a molecular revolution in taxonomy has take place in parallel
with morphological taxonomy. DNA barcoding has the potential to be a practical
method for identification of ongoing research program for the creation of a long term
data base on caterpillar towards identification of cryptic species. DNA barcoding
will have broad scientific applications. It will be of great utility in conservation
biology, including biodiversity surveys. These approaches to describe, catalogue and
identify the diversity have been increasingly adopted in biodiversity studies, (Hebert
et al. 2003; Blaxter 2004). Hebert et al. (2010) proposed the molecular technique
DNA bar-coding using a short DNA sequence has been increasingly adopted in
taxonomic identification studies. Currently, these methods are being applied to a
wide range of taxonomic groups (Floyd et al. 2002; Hebert et al. 2004a, b; Ward
et al. 2005; Meyer et al. 2008). The main goal of these DNA bar-coding is to
characterize the biological diversity using a short DNA sequence that will facilitate
and expedite taxonomic identification. This initiative has helped in the discovery of
new species many of which have been shown to be morphologically cryptic, thereby
considerably improving biodiversity assessment in poorly studied benthic fauna
(Olivares et al. 2001; Blaxter et al. 2004; Derycke et al. 2005; Leasi and Todaro
2009). Careful perusal of literature revealed that many works have been undertaken
using DNA Bar-coding molecular tools and worldwide important and monumental
works as a sole source to identify many species and sibling species.

Folmer et al. (1994) studied DNA primers for amplification of mitochondrial
cytochrome ¢ oxidase subunit 1 from diverse metazoan invertebrates. Chotteau
et al. (1994) made an attempt to discover two related genes in a marine worm,
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the polychaete of Nereis diversicolor. Gibson et al. (1999) carried out the
non-developmental genetic variation of molecular and morphological evidence of a
single species of spionidae, Boccardia proboscidea, with multiple development
modes using RAPD-PCR. Christer et al. (2000) traced out the phylogeny of the
tubificidae, and of most of its subfamilies and some of its genera revisited, on the
basis of sequences of 18S ribosomal DNA in a selection of species. McHugh (2000)
studied molecular systematic of polychaetes in various development can occurred
for the couple of years. The testing of sister-group relationships is being incorpo-
rated into the most recent studies and numbers of analyses were increased rela-
tionships within polychaete. The researches on polychaetes have a relative short
history and the achievements in improving the understanding of disputed taxonomic
and phylogenetic problems of different polychaete groups are rather scarce and
sporadic.

DNA barcode can be of significant help for taxonomical, ecological and bio-
logical studies, mainly for specific identification of biological communities and
biodiversity in general (Valentini et al. 2009). The main objective of using the DNA
barcode is the creation of reference databases with nucleotide sequences of cur-
rently known species (Ratnasingham and Hebert 2007).

Mitochondrial genome in most of the animals is 15,000 bp and holds phylo-
genetic information that can be examined as gene rearrangement of amino acid or
nucleotide data. Up to 2006, only four complete annelid genomes were available in
GenBank, but now recognizing that traditional taxonomic approaches often over-
look polychaete species (Schmidt 2003), recently examined variation in mito-
chondrial DNA (mtDNA) sequences and demonstrated that such analysis is
valuable for the discrimination of closely related polychaete species studies
(Nygren and Pleijel 2010; Ratnasingham and Hebert 2007).

Cytochrome c oxidase subunit 1 gene, is the part of electron transport chain, is
the most commonly sequenced mitochondrial gene for invertebrate animals. In
contrast to the ribosomal genes like 18S and 28S, protein coding genes usually
capture phylogenetic signal at two levels. Nucleotide substitutions accumulate most
quickly in the third, or wobble position of the codon. The initial target for DNA
barcoding described in this protocol is mitochondrial cytochrome ¢ oxidase subunit
1 (COLl). Selection of an appropriate gene is a critical strategic and practical
decision, with significant consequences for the overall success of this project.

Hebert et al. (2003) had suggested a section of the mitochondrial DNA gene
COLl for species identification. Once sequenced, this gene fragment could be used
as a ‘barcode’ to distinguish between species. CO1 is the best candidate for this
taxonomic tool, as it has a high degree of conservation and insertions and deletions
are rare (Moritz and Cicero 2004). It also has many rapidly evolving nucleotide
sites, which will allow differentiation between even recently evolved species
(Nylander et al. 1999). Compared to the nuclear genome the mitochondrial genome
lacks introns, has had restricted exposure to recombination and has a haploid mode
of inheritance (Saccone et al. 1999). Hebert et al. (2003) demonstrated that the
presence of high level of diversity between species sequences allowed for the
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successful assignment of 98 % of samples of cryptic lepidopteran species.
Mitochondrial DNA sequence divergences have also been successfully used to
distinguish between species of North American birds (Hebert et al. 2004a), spiders
(Hebert and Barrett 2005), cryptic species of butterflies (Hebert et al. 2004b),
leeches (Siddall and Budinoff 2005), springtails (Stevens and Hogg 2003; Hogg
and Hebert 2004), beetles (Monaghan et al. 2005), oligochaetes (Nylander et al.
1999), worms (Bely and Wray 2004), extinct moas (Lambert et al. 2005), and
various other species of vertebrates and invertebrates (Saccone et al. 1999; Hebert
et al. 2003).

Recent day’s annelid systematics and the in group relationships of polychaetes
are matter of ongoing debates. In the last decade, a number of molecular studies
revealed several cryptic species of polychaetes within divergent genera, such as
Perinereis (Scaps et al. 2000), Syllis (Maltagliati et al. 2000), Dipolydora
(Manchenko and Radashevsky 2002), Neanthes and Hediste sp. (Breton et al. 2003)
and Ophelina (Maltagliati et al. 2004). In India limited studies have been done in
Capitellidae (Samidurai 2010) and Nereidae (Satheeshkumar and Jagadeesan 2010).
Brett (2006) made an attempt to test the mtDNA COI gene in polychaete worms.
Pop et al. (2007), Bleidorn et al. (2006), Kvist et al. (2010), Carr et al. (2011),
Maturana et al. (2011), Canales-Aguirre et al. (2011) evaluated the utility of COI of
the mitochondrial DNA for the taxonomic determination and suggested that CO1
gene is a useful molecular marker for fast and accurate taxonomic determination of
benthic polychaetes.

Fernando and Rajasekaran (2007) have erected a new species of Namalycastis
through morphological taxonomy. However, only explorations of new habitats like
creeks and Islands, especially deep-sea, may result the discovery of new species.
Cryptic species that are morphologically similar but genetically distinct were shown
to be common in marine systems (Knowlton 2001). Consequently, a more careful
look at the world oceans might show even by numbers, that in island ecosystems
many of the organisms are highly modified to other terrestrial and aquatic
ecosystems.

The present to elucidate polychaete identification through morphological and
COI gene sequences based analysis carried out from Nicobar Island. This is first
ever documentation from this remote part of country.

2 Materials and Methods

2.1 Specimen Collection

In the present study 6 specimens (namely P1, P2, P3, P4, P5 and P6) were collected
from the dead coral patches and specimens list are given in Table 1 Small pieces of
tissue were taken from each individual were preserved in 95 % ethanol and stored
in —20 °C until further analysis could be done in the laboratory.
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Table 1 Shows for list of specimen collection site and GenBank accession numbers

Family Sample/species Position lat/long Vocher. no. CSMB | Assess. no.
Terebellidae P1-T. ehrenbergi 06° 54.606" N; 93° 55.770' E | VNR6 JX966313
Eunicidae P2-L. collaris 06° 52.993' N; 93° 55.990' E | LXN1 KC208488
Nereidae P3-P.n. brevicirrus | 06° 55.962' N; 93° 55.896' E | CMPB2 JX966314
Phyllodocidae | P4-P. fristedti 06° 54.606' N; 93° 55.770' E | VNR7 JX966312
Spionidae P5-S. squamata 06° 55.962' N; 93° 55.896' E | B-Qu.1 KC208487
Nereidae P6-C. mirabilis 06° 52.993" N; 93° 55.990' E | LXN5 KC208486

2.2 DNA Extraction

Standard DNA extraction protocol of Prasannakumar et al. (2011) was adopted.
Briefly, small pieces of tissue from each individual was placed in 1.5 mL eppendorf
tube and 500 pL of solution I (0.1 M NaCl, 10 mM Tris-HCI, pH 8.0 and 1 mM
EDTA pH 8.0 and 2 % SDS) was added. The tissue was homogenised using a
sterile homogenizer following which 5 pL of proteinase K (1 mg/mL) was added
and vortexed for 5 min. The sample was incubated at 55 °C in a water bath for 2 h.
After incubation the samples was chilled over ice for 10 min and solution II (6 m
NaCl) was added and mixed by inverting the tubes several times. The tube was
chilled on ice for 5 min and centrifuged at 8000 rpm for 15 min. About 500 pL of
the supernatant was carefully collected into a new tube and two volume of (i.e.,
1 mL) 100 % ethanol was added to precipitate the DNA. The precipitate was pellet
down at 8000 rpm for 5 min and the supernatant was removed without touching the
pellet. The DNA pellet was washed with 500 pL of ice cold ethanol and centrifuged
at 11,000 rpm for 5 min. The supernatant was carefully removed and the excess
liquid was decanted. The pellet was air dried and re-suspended with 50 pL of
MilliQ water.

2.3 PCR Amplification

Primer pairs of Folmer et al. (1994) were used for amplification. It is been found
that not a single pair of primer was effective in amplifying all the specimens
collected. Corresponding primers used in amplifying specific species is listed in
Table 2.

Primers were synthesised in a commercial company Bioserve biotechnologies,
Pvt. Ltd. (India). Polymerase chain reaction (PCR) was conducted with final con-
centrations of 1 puM primers, 3 mM MgCl2, 0.4 mM each dNTP and 2.5 units of
Taq polymerase (Merck, India). The thermocycle profile for amplifying barcode
region consisted of warm up at 94 °C for 1 min, 5 cycles at 94 °C for 30 s,
annealing at 45-50 °C for 40 s, and extension at 72 °C for 1 min, followed by
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Table 2 Folmer’s primers used for amplifying COI sequences of polychaetes

Sample Best primer pairs Primer sequences

P1, PS5, P6 dgL.CO/dgHCO 5'-GGTCAACAAATCATAAAGAYATYGG-3'/5'-
TAAACTTCAGGGTGACCAAARAAYCA-3’

P2 LCO/dgHCO 5-GGTCAACAAATCATAAAGATATTGG-3'/5'-
TAAACTTCAGGGTGACCAAARAAYCA-3’

P3, P4 LCO/HCO 5'-GGTCAACAAATCATAAAGATATTGG-3'/5'-
TAAACTTCAGGGTGACCAAAAAATCA-3'

30-35 cycles of 94 °C for 30 s, 51-54 °C for 40 s, and final extension at 72 °C for
10 min.

PCR amplicons of COI gene was gel checked using 1.2 % China agarose pre-
pared in 1X TAE buffer. About 3 pl Ethidium Bromide was used as staining dye
and 5 pl of Bromothymol blue was used as tracking dye. About 100 V DC was
maintained between the electrodes of gel apparatus for 20 min. Following elec-
trophoresis the gel was analyzed and pictured in gel doc system (Bioserve
Biotechnologies, Pvt. Ltd.).

2.4 DNA Sequencing

QIAGEN QIAquick™ kit was used for sequencing reaction. The sequencing PCR
was done to amplify one strand of barcode gene employing the primer LCO1490
only under standard PCR conditions. The samples were precipitated and suspended
in 40 pl of loading solution provided with the kit. Sequencing was done with
MegaBace sequencer at Bioserve Biotechnologies, India.

2.5 DNA Sequence Analysis and BLAST

COI gene sequences produced in the study were subjected to BLAST analysis
through BLASTN 2.2.26 (Zhang et al. 2000). The sequence chromatograms are
read manually and double checked for miscall and base spacing using Chromas Pro
(Ver.1.5) (www.technelysium.com.au/ChromasPro.html).

The DNA sequences were aligned using ClustalX (ver.2.0), (Larkin et al. 2007).
The phylogenetic trees are constructed using MEGA 4.0 (Molecular Evolutionary
Genetic Analysis) software. MEGA is an integrated tool for conducting automatic
and manual sequence alignment, inferring phylogenetic trees, mining the web base
data bases, estimating the rates of molecular evolution, and testing evolutionary
hypothesis.
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2.6 DNA Sequences and GenBank Accession Numbers

The CO1 sequences produced in the present study could be accessed through
accession numbers (Table 2).

3 Results

3.1 Systematic Account

3.1.1 Order Terebellida; Family Terebellidae; Terebella Ehrenbergi
(Grube 1870)

Description

Body 35-40 mm in length with long and coiled tentacles, tentacles are filamentous,
numerous and slender. Three pairs of arborescent gills are present on segments 2, 3
and 4 (Fig. 1a). Lateral lobes are lacking. The peristomium has eye spots. Notosetae
are first present from the fourth segment and continue posteriorly but are absent
from the last 40 segments. Setae are very slender and distally serrated (Fig. 1b).
Uncini are in single rows on segments 5 to 10 and the last segment and in double
rows on other segment. Each uncinus has 3 to 5 large teeth (Fig. lc).

Material Observed: Nicobar Island.
Habitat: Soft tube forming on dead and live corals at 1 m water depth.

Distribution: Japan, China Sea, Burma and Red Sea. India: Gulf of Mannar,
Andaman and Nicobar Islands, Mahanadi estuary and Gujarat.

Remarks: The present material agrees well with the original description.

3.1.2 Order Eunicida; Family Eunicidae Lysidice Collaris (Grube
1870; Gravier 1900; Day 1967; Rao and Soota 1977)

Description

Prostomium is distinctly bilobed in front and has two reniform eyes located near the
outer base of the paired antennae (Fig. 2a). The 3 prostomial antennae are slender,
second dental plate with three heavy teeth. In anterior segments the dorsal cirri are
slenderer than ventral ones (Fig. 2b). In posterior segments the dorsal cirri become
shorter. Setae include capillary setae (Fig. 2d) bidentate composite falcigers, comb
setae and bidentate subacicular hooks are first present at setiger 21 and continue
posteriorly (Fig. 2e).
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1.5mm

Cl - Coiled tentacles, Ns - Notosetae, Th - Teeth, Us - Uncinus

Fig. 1 Terebella ehrenbergi a Anterior end, b Notopodial seta, ¢ Thoracic uncinus

Material: 114 specimens collected from St. 1-8, 10 and 11.

Distribution: Indian Ocean, Pacific Ocean, Persian Gulf, Red Sea. India:
Andaman and Nicobar Islands, Kilakarai, Pamban, Gujarat coast and Gulf of
Mannar.

Habitat: Boring in dead corals live on cervices of dead corals.

Remarks: Present materials agree well with the Day (1967) descriptions. In earlier
examination 32 specimens collected from St. 1, 2, 5, 7, 8, 11 and 13.

3.1.3 Order Phyllodocida; Family Nereididae; Perinereis Nuntia
Brevicirrus (Grube 1876; Fauvel 1932; Parulekar 1971)

Description

Maximum length specimen is 100 mm long and 6 mm wide, 108 setigers.
Prostomium is pyriform, pairs of eyes in trapezoidal arrangement situated on the
posterior part of prostomium (Fig. 3a). Tentacles are short and small, distally
slender the palps large, especially the basalia expanded the terminalia very small
button shaped. The longest peristomial cirrus extends back to setigers 7.

The paragnaths on proboscis have the following arrangement: I = 3 cones,
IT = 12-15 cones in 3 oblique rows; III = 13 cones in 3 longitudinal rows; IV a
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Ae - Antennae, Ds- Dorsal cirri, Cs- Capillary setae, Cf- Composite falcigers, Cs- Comb setae

Fig. 2 Lysidice collaris a Anterior end, b Anterior foot, ¢ Posterior foot, d Limbate capillary,
e Falciger and Comb setae

dense triangular group; V = 3 cones in a triangle; VI a transverse row of 5 to 8
flattened broad paragnaths; VII and VIII = 3040 cones in 3 irregular rows.
Typical parapodia have all ligules conical with the dorsal ones the longest
(Fig. 3b). Dorsal cirri are slender and extend distally somewhat beyond the tips of
dorsal ligules (Fig. 3c). The anterior setigers, more than 10 in a live specimen are
blue—black or green—black, the posterior region pale—brown. Notosetae with
homogomph spinigers and neurosetae with hetrogomph falcigers (Fig. 3d).

Distribution: Japan, Australia, New Zealand, New Caledonia, Malay
Archipelago, Indian Ocean, Saint Paul Island, Red Sea. India: Gulf of Mannar,
Tuticorin, Cape Comorin, Andaman and Nicobar Islands, Maharashtra and Goa
Coast.

Material: 14 specimens collected from St. 2, 3, 5, 6, 7 and 11.
Habitat: Found among barnacles and oysters and in dead coral crevices at low tide.

Remarks: The present materials agree well with the Fauvel (1953) description.
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1.5mm

Dc- Dorsal cirri, Hs- homogomph spinigers, Hf- hetrogomph falcigers

Fig. 3 Perinereis nuntia brevicirrus a Anterior end, b Anterior foot, ¢ Posterior foot, d setae
structure

3.1.4 Order Phyllodocida; Family Phyllodocidae; Phyllodoce Fristedti
(Bergstrom 1914; Day 1962; Tampi and Rangarajan 1964)

Description

Body long, slender with numerous segments. Prostomium heart-shaped with a pair
of prominent black eyes (Fig. 4a). In posterior—margin of prostomium notched and
a small occipital tentacle present. Four short, subulate tentacles. Longest tentacular
cirri reach back to 7th setiger. Numerous irregular rows of short papillae at the base
of the long proboscis. Feet are uniramous. Dorsal and ventral cirri are foliaceous,
lanceolate nearly twice as long as broad. Ventral cirri small and broad (Fig. 4c).
Compound setae minutely serrated (Fig. 4d).

Distribution: Indian Oecean, Ceylon; India: Andaman and Nicobar Islands.

Material: 2 specimens collected from St.1and 4.
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Te - Tentacle, Ee - Eye, St - Subulate tentacles,
Cs - Compound setae

Fig. 4 Phyllodoce fristedti a Anterior end, b Anterior foot, ¢ Posterior foot, d Setae

Habitat: Crevices of dead corals and beach rocks in intertidal zone.

Remarks: The present material agrees well with the descriptions of Day (1967).

3.1.5 Order Spionida; Family; Spionidae; Scolelepis Squamata (Muller
1806; Delle Chiaje 1825; Fauvel 1927; Day 1967; Misra
and Chakraborty 1991; Rao 2001)

Description
Body 55-60 mm long, prostomium pointed anteriorly with 4-5 pairs of eyes in a
row and a well-marked occipital keel reaching 2nd setiger (Fig. 5a). A pair of long



100 V. Sekar et al.

and stout coiled palps, branchiae start from 2nd setiger and continue to posterior
end and attached to the dorsal lamellae (Fig. 5b). Only capillary setae in the first
few segments (Fig. 5c, d). Bidentate hooded hooks in the neuropodia from setiger
30-35 onwards and in the notopodia from setiger 60 (Fig. 5e). A maximum of 12
neuropodial hooks pygidial cushion small, broader than long.

Distribution: Mosambique, Madagascar, Atlantic Ocean, Mediterranean Sea.
India: Orissa coast, Rushikulya estuary, Visakhapatam coast, Pulicat lake, Vellar
estuary and Godavary estuary.

Material: 13 specimens collected from St.1, 2, 3, 9 and 11.
Habitat: Silty sediments in sandy shore areas.

Remarks: This is the first record of the genus from Andaman and Nicobar Islands.

0.65um

ClI- Coiled palps, Pr- Prostomium, DI - Dorsal lamellae, Cs- Cpila.ry setae,
Nh - Neuropodial hooks

Fig. 5 Scolelepis squamata a Anterior end, b Anterior foot, ¢ Posterior foot, d Hooded hook,
e Notosetae
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3.1.6 Order Phyllodocida; Family Nereididae; Ceratonereis Mirabilis
(Kinberg 1866; Gravier 1901; Fauvel 1953; Day 1967; Misra
and Chakraborty 1991)

Description

The prostomium is broad, more than twice as wide as long and has a deep cleft
between the antennae (Fig. 6a). The basalia of palps is quite long and terminalia
button shaped. 2 pairs of eyes in rectangular arrangement, the longest peristomi-
alcirus extend back to setiger 17. Prostomium and dorsum of palps are light green,
dorsum of segment has distinct light green or green-brown band, which becomes
lighter towards posterior. The other parts of the body are white. Paragnaths are
present only on maxillary ring of the proboscis: I 0; II 10-13 cones in 2 oblique
clusters; IIT 7-9 cones in one cluster; IV 10-14 cones, lateral teeth of the jaw are
indistinct (Fig. 6e). The first two pairs of parapodia are uniramous, the rest bira-
mous. The dorsal cirrus is very long, 3 times as long as notoligule, neuroligule is
slightly shorter but thicker. The dorsal and ventral cirri are digitate; acicular lobes
are very small, only as a projection, shorter than ventral cirrus. The dorsal cirrus of
anterior parapodia is 5 times long as notoligule (Fig. 6b) and notoligulesdigitate,
while supra-notoligules thicker.

The acicular lobes of neuropodium are short, distally obtuse; neuroligule short
but slightly longer than neuro-acicular lobe. The dorsal segments of middle and
posterior cirrus are rather long (Fig. 6¢). Anterior notoseate are homogomph spi-
nigers. Indistinct hetrogomph falcigers appear from middle parapodia, end of ter-
minal piece is beaked. Some posterior setigers bear homogomph falcigers in which
the end of terminal piece bifid. Notopodial falcigers homogomph, neuropodial
falcigers homogomph (Fig. 6d).

Distribution: Red Sea, Persian Gulf, Indian and Atlantic oceans, Japan, New
Caledonia, New Zealand, Honolulu, Australia, Brazil, West Indies India:
Lakshadweep, Andaman and Nicobar Islands, Krusadai island, Pamban, Kilakarai,
Maharashtra and Goa Coast.

Material: 25 specimens collected from station 1 to 10.
Habitat: Silty sand substratum under coral rubbles and surface of dead coral.

Remarks: The species is characterised by its cleft prostomium and the presence of
notopodial falcigers on posterior setigers.
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Ps - Palps, E - Eye, Ae - Antennae, Ds - Dorsal cirrus, Hs - Homogomph spiniger, Hs - Homogomph falciger,

Nf - Neuropodial falciger(Long) and Short, Ps - Paragnaths, Cp - Chitinous paragnath

Fig. 6 Ceratonereis mirabilis a Anterior end, b Anterior foot, ¢ Posterior foot, d Setae, e Dorsal
view of proboscis

4 DNA Barcoding Analysis Though COI Gene Sequences

Precise location of sample collection and specimen identification along with its
CO1 accession numbers were tabulated (Table 1).

Successful amplification and sequencing of CO1 gene was achieved from 6
polychaete genera from Nicobar Islands with majority of taxa possessing unique
sequences. A distinct pattern of variable region was observed in the COI gene
sequences among all the taxa. The COI molecule exhibiting variable regions were
tested for molecule barcoding. Almost all the sequences showed a similarity
between 85 and 98 % when compared with the polychaete sequences available
online in Genbank and EMBL data base (Table 3). The threshold limit for differ-
entiating polychaete species based on COI sequence similarity was lacking.
Sequences generated in this study agree with morphological taxon.

In the present study it was observed that the polychaete species Lysidice collaris
(P2) recorded shared 98 % similarity (2 % variation). Similarly the species
Scolelepis squamata (P5) shared 98 % similarity (2 % variation sequenced from
USA) with Scolelepis squamata previously sequenced from Canada. The other
specimens Terebella ehrenbergi (P1), Perinereis nuntia (P3), Phyllodoce maculate
(P4) and Ceratonereis mirabilis (P6) sequenced for first time.
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Table 3 Similarity between the COI sequences produced in the present study and the reference
sequences from GenBank database with its geographical identity

Strain | Biological Similarity | Reference strain name Country of occurrence
name | name (%) and accession number of reference strain
Pl T. ehrenbergi |93 Terebella Australia
tantabiddycreekensis and
EU835671
P2 L. collaris 98 Lysidice collaris and USA
GQ497557
P3 P. nuntia 92 Perinereis vallata and Chile
HQ705192
P4 P. fristedti 93 Phyllodoce maculate and Canada
GU670818
P5 S. squamata 98 Scolelepis squamata and Canada
HM473680
P6 C. mirabilis 85 Diplocirrus longisetosus Canada
and HQ024296

5 Mitochondrial DNA Sequencing Analysis

Among the CO1 sequence of the 6 polychaetes, 403 variable positions were
observed which results in 6 different haplotyps. The mean number of pair wise
differences between two polychaete individuals was 0.219 £ 0.1. The phylogenitic
analysis of COl1 dataset is presented as a NS dendogram with bootstrap analysis
(Fig. 7) with closest blast hits showing a grouping of all species into 6 clades,
supported by high bootstrap values. The Mp analysis yielded 32 most paramonious
trees, each with a length of 891 steps, a contriteness index (CI) of 0.66 and a
retention index of 0.84. The phylogenetic tree showed distinct clade for the 6 genera
as determined from morphology.

Six specimens formed 6 distinct clades in the constructed phylogram. The clade
1 the one in the top of the phylogram (Fig. 7) contained Lydice collaris CASMB
LXNI1 along with Lydice collaris DQ470469, DQ470468 and GQ497557 with
98.2 % identity. Clade 2 consists of Scolelepis squamata CASMB B-Quarry 1,
which showed 96.7 % similarity with Scolelepis squamata Bioug-BAMPOLO0179
(HM473680) and Bioug-BAMPOL0017 (HM473679). Clade 3 has Perinereis
nuntia brevicirrus CASMB CMP2 with a 91.2 and 90.4 %, sequence identity
towards Perinereis valdata HQ705193 and HQ705196 respectively. Clade 4 con-
tained Terebella ehrenbergi CASMB VNRG6 and clade 5 Phyllodoce fristedti
CASMB VNR7 shows 91.1 and 94.4 % identify with the members of the family
Terebellidae and Phyllodocidae.

Phylogenetic relationships between the polychaetes of Andaman were shown
(Fig. 7). The voucher name CASMB indicates the sequences of present study and
other voucher names in the phylogram represents the reference sequences extracted
from Genbank database. Since most of the sequences (n = 4) were sequenced for
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Fig. 7 Cluster analysis of the COI sequences (K2P) for 6 polychaetes species from Nicobar
Islands

the first time, Genbank did not contained similar sequences for CASMB-LXNS,
hence no similar sequences were used. CASMB-LXNS formed the out-group in the
constructed phylogram.

Members of same species clustered in the same clade proving the reliability of
COI gene sequences in identifying polychaetes. Ceratonereis mirabilis CASMB
LXNS was found to be a distant relative to all other genera and none of the closest
similarity was observed during the blast due to the lack of close sequences in the
database it was transparently placed outside of the cluster.

6 Genetic Distance

Inter-generic pair-wise distance between polychaete genera showed high levels of
intraspecific gene flow among the Nicobar Islands sampling sites with all 6 lineages
being highly divergent with mean distance of 0.48. The genetic distance between
the genera of polychaets was calculated using pair wise distance analysis via
maximum likelihood method (Table 4). Among the 6 genera analysed, maximum
distance value was observed between Lysidice collaris CASMB LXNI1 and
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Table 4 Variations among the COI pair-wise distances within the polychaetes

T. ehrenbergi | L. collaris | P. n. brevicirrus | P. fristedti | S. squamata | C, mirabilis
T. ehrenbergi
L. collaris 0.727
P.n. brevicirrus | 0.647 0.375
P. fristedti 0.623 0.425 0.366
S. squamata 0.725 0.364 0.350 0.361
C. mirabilis 0.665 0.446 0.378 0.316 0.440

Terebella ehrenbergi CASMB VNRG6 (0.727). The minimum genetic distance
(0.316) was observed between genera Phyllodoce fristedti CASMB VNR7 and
Ceratonereis mirabilis CASMB LXNS.

7 Discussion

In the marine realm, annelid are one of the most dominant animal phyla exhibiting
an amazing variety of morphological forms with each species having specific
characters, yet they are less studied compared to other taxa of similar ecological
importance and complicated morphological evidence (Fauchald 1977).
Morphological identifications of polychaete species is time consuming and some-
what inaccurate leading to possible misidentifications and morphological traits are
complex due to the high levels of homoplasy (Eklof 2010). Although morpho-
logical identification has been performed following the early description in
monographs of Day (1967), Fauvel (1930, 1932) and Fauchald (1977).

DNA barcoding is a well accepted taxonomic method which uses a short genetic
marker to facilitate identification of a particular species even by non-specialist.
DNA barcoding can reliably assign unknown specimens to known species, also
flagging potential cryptic species and genetically distant populations (Radulovici
et al. 2010). The popularity of COI DNA ‘barcoding’ is increasing rapidly, with
mass amounts of invertebrates and vertebrates collected in the field inevitably
becoming a mass of data to be added. With so much data needing to be processed,
‘taxonomic impediment’ exists just as much for molecular data as it does for
traditional collections (Brower 2006). Hebert et al. (2004a, b) proposed DNA
barcoding works under the principle that interspecies variations are greater than the
intra-species variations allowing one to distinguish the species using nucleotide
sequences. CO1 has been accepted as universal barcode to delineate animal life.
Sequence variation in a segment of the mitochondrial cytochrome ¢ oxidase I gene
was employed to compare morphological versus molecular diversity estimates. The
phylogenetic relationships of these polychaete taxa are matter of ongoing debates in
recent papers on annelid morphology (Westheide et al. 1999). Based on multiple
studies Hebert et al. (2003) suggested an approximately 650 bp of the CO1 gene
which is relatively easy to amplify with standard primers and is sufficient enough to
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obtain resolution on all levels between species and phylum for majority of the
groups albeit with some exceptions (Ward 2009). CO1 has been proposed as the
principle gene for barcoding organisms. Sequence variation in a segment of the
mitochondrial cytochrome ¢ oxidase I gene was employed to compare morpho-
logical versus molecular diversity.

Morphological identification of the polychaetes in this study was supported by
the molecular data (n = 2), as shown by the congruence and high similarity between
the sequences produced in the present study and those available in GenBank.
Discrepancies between the morphological identifications and the 3 genera closest
matches in the molecular database are most likely the result of the limited taxo-
nomic coverage of COI sequences available in GenBank relative to the vast
diversity of marine polychaetes. The likely applicability of a COI identification
system to new animal groups and geographical settings suggests the feasibility of
creating an identification system for animals-at-large scale.

Carr et al. (2011) demonstrated the effectiveness of DNA barcoding as a tool for
species identification in polychaetes. The clustering pattern of COI barcodes flag-
ged misidentifications, guided taxonomic decisions, and facilitated the detection of
diversity overlooked by the current taxonomic system. In Indian waters several
author have barcoded various flora and fauna (Persis et al. 2009; Lakra et al. 2009;
Ajmal Khan et al. 2010, 2011; Akbar John et al. 2010; Prasannakumar et al. 2011;
Sachithanandam et al. 2012) but no study have compared morphological and
molecular data. Such comparisons have been previously published for various
fauna (Bleidorn et al. 2003; McHugh 2000; Rota et al. 2001; Struck et al. 2002),
whereas in polychaetes has been published in NCBI (Satheeshkumar and
Jagadeesan 2010; Samidurai 2010).

Phylogenetic relationships among different organisms are of fundamental
importance in biology and one of the prime objectives of DNA sequence analysis is
phylogeny reconstruction for understanding evolutionary history of organisms
(Chaudhri and Das 2001). Molecular phylogenetic analyses of closely related
species provide insights into their relationships, allowing us to verify their mor-
phological taxonomic classification. Sometimes, such studies indicate that the
previously assumed classification is wrong or not sufficient (Timm et al. 2008). In
the present study six species of polychaetes belonging to four different families was
barcoded. Among these 4 barcodes was not available in NCBI earlier. It is the first
new information for Genbank database that will act as a benchmark and reference
data for identifying respective polychaetes species around the world in near the
future.

In accordance with previous analyses most hypotheses on relationships among
polychaete families are only weakly supported (Bleidorn et al. 2003; Brown et al.
1999; Kojima 1998), Orbinidae are closely related to the Parergodrilidae a result
supporting the analysis of Struck et al. (2002). Interestingly, this relationship was
also found in the cladistic analyses by Rouse and Fauchald (1997). Irrespective of
the method the analysis suggests a probable paraphyly of the Orbiniidae with regard
to Questa (Bleidorn et al. 2003). Among the 6 species barcoded in the present
study, members of the same species clustered in the same clade proving the
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reliability of COI gene sequences in identifying polychaetes. Ceratonereis mirabilis
CASMB LXN5 was found to be a distant relative to all other genera and no close
similarity was observed during the blast analysis in GenBank due to the lack of
close sequences in the database it was transparently placed outside of the cluster.
This indicates the necessity to expand the polychaete barcodes data in the Genbank.
Maturana et al. (2011) assessed intraspecific and interspecific genetic divergence
among marine polychaetes of 13 polychaetes species and identified high levels of
interspecific variation among 31 analyzed sequences. Mean pairwise sequence
distance comparisons ranged from 0.2 to 0.4 % in previous study, but the in the
present study interspecific comparisons were much higher and ranged between 18
and 47 %.

Lower intraspecific divergences were found within Nicobar polychaetes, which
showed an average of 26.4 % ranging from 13.8 to 36.8 %. The smaller
intraspecific divergences are unlikely to confound species boundaries. This is
similar to what was observed between two morphologically similar species (Sato
1999; Ball et al. 2005; Monaghan et al. 2005). Other studies such as spider bar-
coding that uses CO1 sequences has found much lower defining divergence levels
of <2 % (Hebert and Barrett 2005). Limited sample size is found to be an obstacle
in performing such analysis. However among 6 genera analysed in the present study
maximum distance value was observed between Lysidice collaris and Terebella
ehrenbergi (72.7 %). The minimum genetic distance (31.6 %) was observed
between genera Phyllodoce fristedti and Ceratonereis mirabilis. Among 6
sequences produced in the present study, only 2 have been identified precisely.
Other 4 sequences have been identified only to family level. Hence the sequences
serve as a bench mark data besides highlighting the importance in expanding the
polychaete barcode database. This study presents the first information on DNA
barcoding for polychaetes species in the Great Nicobar Island, and it establishes the
effectiveness of DNA barcoding for identification of marine polychaetes species
from Andaman and Nicobar Island, thus making it available to a much broader
range of scientists. In Future, Indian water need more studies on marine polychaete
though COI gene sequence approach, will contribute increase biodiversity.
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Revised Phylogeny of Extant Xiphosurans
(Horseshoe Crabs)
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and B.Y. Kamaruzzaman

Abstract An attempt was made to revise the molecular phylogeny of extant
xiphosurans (Horseshoe crabs) using universal barcode gene cytochrome oxidase C
subunit 1. All four extant horseshoe crab species namely Limulus polyphemus
(American horseshoe crab), Tachypleus gigas, T. tridentatus and Carcinoscorpius
rotundicauda (Asian conspecifics) together with predicted ancestral lineages (in-
sects, scorpions and common crabs) were considered for phylogram construction
using distance matrix methods. Genetic distance (GD) data analysis revealed the
distant genetic relatedness of L. polyphemus with Asian conspecifics. More inter-
estingly, the monophyletic origin of Tachypleus gigas and Tachypleus tridentatus
was quite evident in the phylogram which other molecular markers failed to
address. Close genetic relatedness of horseshoe crabs with insects showed that they
might have evolved from ancient aquatic insects. The efficiency of cytochrome
oxydase C subunit 1 gene in species level identification among the horseshoe crab
genome was clear in both the phylogram together with the precise identification of
the differential developmental stages to the species level.
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1 Introduction

Among the bewildering array of animal taxa, horseshoe crabs are unique in their
genetic makeup and are commonly known as “Living Fossil”. An Intriguing
characteristic of horseshoe crabs is that they are morphologically similar in look and
having virtually unchanged genetic makeup which helped them in withstanding
various environmental stresses for the past 150 million years (Rudkin and Young
2009; Kamaruzzaman et al. 2011). It is interesting to note that, within the
impressive diversity and ecological range of extant chelicerate arthropods, only the
xiphosurid horseshoe crabs retain a primitively obligate aquatic habit harking back
to their distant genealogical roots. It was noted that the fossil record of the basic
xiphosurid horseshoe crab body plan has been extended back to the late Ordovician
Period, about 445 million years ago, demonstrating an origin that lies outside of the
paraphyletic ‘synziphosurines’ (Obst et al. 2012).

Global distribution pattern of four extant species of horseshoe crabs showed
restricted inhabitation of Limulus polyphemus along the American coastline espe-
cially in Gulf of Mexico, while other three Asian conspecifics such as Tachypleus
tridentatus, T. gigas, Carcinoscorpius rotundicauda are inhabiting Indo-china
coastal waters from Bay of Bengal up to South Philippines. In Malaysia, their
distribution was noted in both east and west coast of Peninsular Malaysia with the
restricted distribution of 7. tridentatus in Borneo Island (Sabah and Sarawak)
(Akbar John et al. 2011, 2012). During spawning time adult horseshoe crabs
migrate from the offshore continental shelf to spawn on intertidal sandy beaches (in
case of T. gigas) and sandy mud beaches and mangrove area (in case of C.
rotundicauda) during full and new moon days (Zaleha et al. 2010).

Detailed morphological descriptions of the four species of horseshoe crabs were
given by Mikkelsen (1988) and the comparisons of morphological differences
between species were presented by Chiu and Morton (2003). Morphological
characters, including the shape of the prosoma and telson, the shapes and numbers
of claspers in the male and the shapes of marginal spines in the female, have been
considered important in the classification of horseshoe crabs (Sekiguchi and
Nakamura 1979; Mikkelsen 1988). Chiu and Morton (2003) had extensively dis-
cussed morphological variations between Tachypleus tridentatus and
Carcinoscorpius rotundicauda using conventional morphometric approach.
Yamasaki et al. (1988) had studied geographic variations in body sizes (maximum
prosomal width) of the four extant horseshoe crab species and he proved significant
variation in prosomal width of 7. tridentatus and C. rotundicauda collected from
different countries. These little morphological differentiations among horseshoe
crab lineages have resulted in substantial controversy concerning the phylogenetic
relationship among the extant species of horseshoe crabs, especially among the
three species in the Indo-Pacific region. Earlier studies suggested that the three
species constitute a phylogenetically irresolvable trichotomy (Xia 2000).

These discrepancies have attracted various researchers to concentrate on their
genomic structure to differentiate the species at the gene level. Hence, the present
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study was aimed to revise the existing molecular phylogeny of horseshoe crabs and
to predict their possible ancestry using universal barcode gene (mitochondrial
Cytochrome Oxidase C subunit 1 gene) as a benchmark reference.

2 Materials and Methods

2.1 Sample Collection, Preparation and Larval Rearing

Matured horseshoe crabs (Tachypleus gigas) were collected from Balok and Pekan
nesting grounds and a female 7. gigas sample was collected from Pulau Gaya,
Sabah, Eastern Malaysia. Mangrove horseshoe crab (Carcinoscorpius rotundi-
cauda) samples were collected from Sitieu mangrove forest (Terengganu, East coast
of Malaysia) during May and August 2010. All the samples were identified to the
species level using conventional taxonomic keys (Yamasaki et al. 1988; Chiu and
Morton 2003) Fertilized eggs of T. gigas were sampled from Pekan and immedi-
ately transported to Institute of Aquatrop (University Malaysia Terengganu) in an
aerated condition. Eggs were kept in filtered sea water (salinity 33 =+ 2 ppt) under
aerated condition in a larval rearing tank for 30 days. After a month, Pretrilobite
stage of T. gigas swimming in the amniotic fluid were sampled and preserved in
95 % ethanol for DNA sequencing. In next 2 weeks, free swimming trilobite stage
was sampled from larval rearing tank and preserved in 95 % ethanol as mentioned
above. Precautions were taken to avoid fungal attack on developing eggs by con-
stantly changing the filtered sea water in every 3 days. Simultaneously matured
female crabs were dissected out using sterilized scissors and forceps to collect
Apodeme tissue and Immatured eggs. Samples such as immatured egg, matured
egg, flesh (Apodeme), pretrilobite larvae and trilobite larvae were collected in
1.5 ml Eppendorf tube containing 95 % ethanol for DNA isolation. Prior to this, all
the samples were photographed for future reference. The sample details and
coordinates of sampling locations are given in Table 1.

2.2 DNA Extraction, PCR and Sequencing

Salting out procedure was adopted to extract the DNA from the samples (Ajmal
Khan et al. 2010; Akbar John et al. 2010; Prasanna Kumar et al. 2011).
Approximately 570 bp of COI gene from mitochondrial DNA was amplified using
Forward (Fish F2_tl: TGTAAAACGACGGCCAGTCGACTAATCATAAAGA
TATCGGCAC) and Reverse primer (FishR2_tl: CAGGAAACAGCTATGAC
ACTTCAGGGTGACCGAAGAATCAGAA) under the PCR condition of an initial
step of 2 min at 95 °C followed by 35 cycles of 0.5 min at 94 °C, 0.5 min at 54 °C
and 1 min at 72 °C, followed in turn by 10 min at 72 °C and then held at 4 °C.
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Table 1 Sample details and coordinates of each sampling locations

B. Akbar John et al.

Scientific name Type of Sex | Sampling Latitude and longitude
sample area
Carcinoscorpius Immatured F Sitieu 3°36.157" N 103°23.952' E
rotundicauda egg forest
Carcinoscorpius Flesh F Sitieu 3°36.157" N 103°23.952' E
rotundicauda forest
Tachypleus gigas Flesh M Balok 3°56.218' N 103°22.623"' E
Tachypleus gigas Flesh F Balok 3°56.201' N 103°22.615"' E
Tachypleus gigas Flesh F Pulau 6.016666° 116.0333333°
Gaya N E
Tachypleus gigas Fertilized F Pekan 3°36.157" N 103°23.952' E
egg
Tachypleus gigas Immatured F Pekan 3°36.157" N 103°23.952' E
egg
Tachypleus gigas Pretrilobite - Pekan 3°36.157" N 103°23.952' E
Tachypleus gigas Trilobite - Pekan 3°36.157" N 103°23.952' E
Tachypleus gigas Immatured F Pulau 6.0166667° 116.0333333°
egg Gaya N E

PCR products were visualized on 2 % China Agarose gel and the photographed
using Gel imager Under UV light. Products were labeled using Qiagen sequencing
kit and sequenced unidirectionally using a MegaBace capillary sequencer at
Bioserve biotechnologies pvt. Ltd. Hyderabad, India. Generated sequences were
edited using Chromas Pro 2.33v. Sequences were deposited in NCBI under the
Genbank ID JF896105-JF896114 (Table 2).

2.3 Software Analysis

DNA sequences generated in this study together with the horseshoe crab and
predicted sister taxa sequences (retrieved from public DNA data banks were run in
Clustal X 2.0.6v for multiple sequence alignment under default setting (Larkin et al.
2007). Nucleotide composition was determined using BioEdit 7.0.9v (Hall 1999).
Molecular Evolutionary Genetics Analysis (MEGA) beta 4.1v was used to generate
phylogram using distance matrix methods such as Neighbor Joining (NJ) method
and Un-weighted Pair Group Method with Arithmetic Mean (UPGMA) (Tamura
et al. 2007). Kimura 2 Parameter (K2P) was used as a distance model to generate
phylogenetic tree in both the methods (Kimura 1980). Genetic Distance (GD) data
were also retrieved at each codon position using the same K2P distance model.
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Table 2 Details of sequences and corresponding developmental stages submitted in National
Centre for Biotechnological Information (NCBI)

Scientific name Type of Sex | Genbank Protein ID Sequence

sample accession no length in bp
Carcinoscorpius Immatured F JF896105 AEG75796 635
rotundicauda egg
Carcinoscorpius Flesh F JF896106 AEG75797 647
rotundicauda
Tachypleus gigas Flesh M JF896107 AEG75798 565
Tachypleus gigas Flesh F JF896108 AEG75799 486
Tachypleus gigas Flesh F JF896109 AEG75800 |537
Tachypleus gigas Fertilized F JF896110 AEG75801 534

egg
Tachypleus gigas Immatured F JF896111 AEG75802 506

egg
Tachypleus gigas Pretrilobite - JF896112 AEG75803 537
Tachypleus gigas Trilobite - JF896113 AEG75804 |538
Tachypleus gigas Immatured F JF896114 AEG75805 691

cgg

Note Sequences available online from June 5th 2011 on NCBI portal

3 Results

3.1 Neighbor Joining (NJ Method)

Phylogenetic tree was constructed using Neighbor Joining method to verify the
efficiency of coxl gene in delineating closely related and morphologically cryptic
species of horseshoe crabs (Fig. 1). Phylogram was constructed with 36 sequences
(horseshoe crabs = 21; Insects = 5; Scorpion = 8 and out groups = 2). The out
groups used were Portunus pelagicus (Class: Malacostraca) and Artemia francis-
cana (Class: Branchiopoda) distinctly segregated in separate branch in phylogram
proving its reliability besides the higher bootstrap values in the internal branch
nods. Four distinct clads were found in the phylogram having horseshoe crabs in
Clad 1, Scorpions in Clad 2, Insects in Clad 3 and out group organisms in Clad 4.
The phylogeographical signals were apparent in Clad 1, segregating 7. gigas col-
lected from Pulau Gaya (Borneo) from the very species sampled in East coast of
Malaysia (Balok and Pekan). The efficiency of cox1 gene in species level identi-
fication of various developmental stage of T. gigas was noted but it was inefficient
in sex determination and precise identification of various developmental stages. The
constructed phylogram proved the monophyletic nature of 7. gigas with T. tri-
dentatus. Atlantic horseshoe crab (L. polyphemus) was genetically distinct from
other species of horseshoe crabs. Insects were clumped together in Clad 3 which
shared a common branch node with horseshoe crabs proving their closer genetic
relatedness with horseshoe crabs. Terrestrial scorpion species used in this analysis
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Fig. 1 Neighbor-Joining (NJ) phylogenetic tree was constructed to determine the evolutionary
history of horseshoe crabs with related sister taxa (Saitou and Nei 1987)

were clumped together in Clad 2 indicating their distant genetic relatedness with
horseshoe crab species. Among the horseshoe crabs, L. polyphemus had compar-
atively higher GC content than the other species of horseshoe crabs. Average GC
content in L. polyphemus was 38.02 % followed by C. rotundicauda 36.49 %, T.
gigas (33.55 %) and T. tridentatus (32.78 %).

3.2 Unweighted Pair Group Method with Arithmetic Mean
(UPGMA) Method

UPGMA method was adopted to construct hierarchical clustering Phylogram to
infer genetic relatedness of selected group of species (Fig. 2). This method strictly
follows the molecular clock hypothesis (constant rate of evolution) and hence
useful in verifying the information obtained through NJ-method. Same sequence
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Fig. 2 Un-weighted Pair Group Method with Arithmetic Mean (UPGMA) phylogenetic tree was
constructed to determine the evolutionary history of horseshoe crabs with related sister taxa
(Saitou and Nei 1987)

file used for NJ method was also used for phylogram construction. As observed in
NJ method, the out groups used were clearly segregated in separate branch in
phylogram proving its reliability besides the higher bootstrap values in the internal
branch nods. Four distinct clads were noted in the phylogram having horseshoe
crabs in Clad 1, Insects in Clad 2, out group organisms in Clad 3 and Scorpions in
Clad 4. Unlike the NJ method, UPGMA method could not show more apparently
the phylogeographical signals in the constructed phylogram. However, similar to



120 B. Akbar John et al.

NJ method, UPGMA method also proved the efficiency of coxl gene in species
level identification of various developmental stage of T. gigas but it was inefficient
in sex determination and precise identification of various developmental stages. The
constructed phylogram also proved the monophyletic nature of T. gigas with T.
tridentatus and their closer genetic relatedness. Atlantic horseshoe crab (L.
polyphemus) was genetically distinct from other species of horseshoe crabs. Insects
were clumped together in Clad 2 which shared a common branch node with
horseshoe crabs proving their closer genetic relatedness with horseshoe crabs. As
observed in NJ method, UPGMA method also segregated terrestrial scorpion spe-
cies into a separate clad (Clad 4). Depth analysis of horseshoe crab phylogene using
coxl gene as a reference sequence clearly showed the closer genetic relatedness of
T. gigas with T. tridentatus and their monophyletic origin which other molecular
markers failed to address (Fig. 3).
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100 JF896113T.gigas

Tachypleus gigas
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Fig. 3 Monophyletic origin of Tachypleus gigas with T. tridentatus was determined using
UPGMA phylogenetic tree
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Genetic Distance Data Analysis

Mean genetic distance within L. polyphemus at 1st, 2nd and 3rd codon position was
0.006, 0 and 0.048 respectively. Intra-species genetic distance among 7. gigas and
C. rotundicauda at 1st, 2nd and 3rd codon position were 0.016, 0.03 and 0.064 (T.
gigas) and 0.003, 0 and 0.05 (C. rotundicauda) respectively. T. tridentatus showed
no variation in GD value in all the codon positions. Among the Asian horseshoe
crab species 7. gigas showed closer genetic relatedness (lower GD value) with T.
tridentatus with GD values of 0.037, 0.017 and 0.307 at 1st, 2nd and 3rd codon
position respectively. This observation clearly revealed their monophyletic origin.
The genetic distance values between C. rotundicauda and T. gigas were 0.053,
0.017 and 0.395 at 1st, 2nd and 3rd codon position respectively. Calculated genetic
distance data showed higher genetic distance value in third codon position than its
corresponding first and second codon positions. The GD data also proved the
distance of genetic relatedness of L. polyphemus with Asian horseshoe crabs
(Table 3).

Mean GD value within the four species of horseshoe crabs was 0.132, 0.053,
0.019 and 0.405 at 1st, 2nd and 3rd codon position respectively (at
Ist + 2nd + 3rd + Noncoding gene). Average GD value between representative
Insects and horseshoe crabs at 1st, 2nd and 3rd codon position were 0.207, 0.077
and 0.718 respectively. On the other hand mean GD values between representative

Table 3 Average genetic distance (GD) between four available species of horseshoe crabs
observed in only 1st, 2nd and 3rd codon positions

L. polyphemus T. gigas T. tridentatus C. rotundicauda

CP| 1 20| 3¢ | 1| o2 | 3 ot |2 f o3 o | 2] 3
15t | 0.006 0.092 0.077 0.080

LP | pnd 0 0.032 0.015 0.015
31d 0.048 0.659 0.66 0.629
1t 0.016 0.037 0.053

e ond 0.030 0.017 0.017
3 0.064 0.307 0.395
It 0 0.037

m ond 0 0
3rd 0 0.363
1 0.003

CR | pnd 0
31 0.05

Note CP—Codon positions; LP—L. polyphemus; TG—T. gigas; TT—T. tridentatus; CR—C.
rotundicauda
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Scorpion and horseshoe crabs at 1st, 2nd and 3rd codon position were 0.217, 0.063
and 1.264 respectively (Table 4). These observations proved the closer genetic
relatedness of horseshoe crabs with insects than with scorpions.

Nucleotide diversity between horseshoe crab species was comparatively smaller
(m = 0.150633) than between related sister group taxa and horseshoe crabs. Positive
Tajima test statistic values of overall and within horseshoe crabs population sig-
nified low levels of both low and high frequency polymorphisms in the sequences
(Table 5).

Nucleotide substitution pattern observed among the test organisms (including
horseshoe crabs, insects, scorpions and common crabs) clearly showed that tran-
sitional substitutions are very common in the gene sequence than transversional
substitutions  with  transition/transversion bias value R =0.988. The
transition/transversion rate ratios were k; = 2.243 (for purines) and k, = 2.414 (for
pyrimidines) (Table 6).

Nucleotide substitution pattern observed within the horseshoe crabs also showed
that transitional substitutions are very common in the gene sequence than
transversional substitutions with transition/transversion bias value R = 1.711. The
transition/transversion rate ratios were k; = 4.143 (for purines) and k, = 4.375 (for
pyrimidines) (Table 7).

Table 4 Mean genetic distance (GD) values of different groups of organisms with reference to
horseshoe crab at all the possible codon position indicating 3rd codon position shows higher GD
value

1st + 2nd + 3rd codon 1st codon 2nd codon 3rd codon
position position position position
Horseshoe crabs Horseshoe Horseshoe Horseshoe
crabs crabs crabs
Horseshoe 0.132 0.053 0.019 0.405
crabs
Insect 0.284 0.207 0.077 0.718
Scorpions 0.377 0.217 0.063 1.264

Table 5 Results from Tajima’s Neutrality test calculated for 36 sequences (including horseshoe
crabs, insects and scorpions) and 24 sequences (only horseshoe crabs)

m S Ps m D
Overall 36 332 0.536349 0.210329 2.372310
Between horseshoe crabs 24 290 0.461783 0.150633 0.878823

Note The Tajima test statistic (Tajima 1989) was estimated using MEGA4 (Tamura et al. 2007).
All positions containing gaps and missing data were eliminated from the dataset (Complete
deletion option). The abbreviations used are as follows: m = number of sites, S = Number of
segregating sites, ps = S/m, ® = py/a;, and n = nucleotide diversity. D is the Tajima test statistic
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Table 6 Pattern of Nucleotide substitution observed among the test organisms (including
horseshoe crabs, insects, scorpions and common crabs) calculated using Maximum Composite
Likelihood method

A T C G
A - 8.43 4.35 9.79
T 591 - 10.49 4.37
C 591 20.36 - 4.37
G 13.25 8.43 4.35 -

Note Each entry shows the probability of substitution from one base (row) to another base
(column) instantaneously. Only entries within a row should be compared. Rates of different
transitional substitutions are shown in bold and those of transversional substitutions are shown in
italics. The nucleotide frequencies are 0.256 (A), 0.366 (T), 0.189 (C), and 0.189 (G). The overall

e : H : — _ AxGxki+TxCxk 14 :
transition/transversion bias is R = 0.988, where R = A GTLiC) Codon positions included

were 1st + 2nd + 3rd + Noncoding. All positions containing gaps and missing data were
eliminated from the dataset (Complete-deletion option)

Table 7 Pattern of Nucleotide substitution observed within horseshoe crabs, calculated using

Maximum Composite Likelihood method

A T C G
A - 5.47 3.33 11.05
T 4.49 - 14.56 2.67
C 4.49 2391 - 2.67
G 18.59 5.47 3.33 -

Note Each entry shows the probability of substitution from one base (row) to another base
(column) instantaneously. Only entries within a row should be compared. Rates of different
transitional substitutions are shown in bold and those of transversional substitutions are shown in
italics. The nucleotide frequencies are 0.281 (A), 0.343 (T), 0.209 (C), and 0.167 (G). The overall

it H faq 3 — _ AxGxk1+TxCxk e H
transition/transversion bias is R = 1.711, where R = ALG T - Codon positions included

were 1st + 2nd + 3rd + Noncoding. All positions containing gaps and missing data were
eliminated from the dataset (Complete-deletion option)

4 Discussion

4.1 Phylogenetic Study on Horseshoe Crab

Earlier studies on the serology of Atlantic species, (L. polyphemus) and Indo-Pacific
conspecifics (Shuster 1962), phylogenetic analyses of amino acid sequences of
coagulogen and the fibrinopeptide-like peptide C (Shishikura et al. 1982; Srimal
et al. 1985; Sugita and Shishikura 1995), immunological comparisons of hemo-
cyanins (Sugita 1988), two-dimensional electrophoresis of general proteins
(Miyazaki et al. 1987), interspecific hybridization experiments (Sekiguchi and
Sugita 1980), cladistic appraisals of morphological characters (Fisher 1984), and
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mtDNA genes (Avise 1994) had clearly proved the sister taxon status of L.
polyphemus to Indo-Pacific conspecifics. However, these molecular tools failed to
address the monophyletic origin of Tachypleus gigas with T. tridentatus. Instead,
all these molecular tools clumped 7. gigas with C. rotundicauda and showed lower
genetic distance between T. gigas and C. rotundicauda than between T. gigas and
T. tridentatus (Kamaruzzaman et al. 2011). It was strongly believed that these three
species constitute a phylogenetically irresolvable trichotomy (Xia 2000). However,
all the previous studies failed to address the sampling size used in the phylogenetic
tree construction. Ward et al. (2005) proved the importance of sampling size in
determining and identifying the species using inter and intra species genetic dis-
tance data analysis. Recent studies on horseshoe crab phylogeny (Xia 2000;
Kamaruzzaman et al. 2011) have a serious drawback due to the sample size they
used to evaluate the topology of the phylogenetic tree. In this study, considerable
number of sample (only horseshoe crabs N = 21) size gave substantial amount of
information on the monophyletic origin of 7. gigas and T. tridentatus which in turn
was verified using UPGMA phylogram and genetic distance data analysis. Present
study also showed the phylogeographical cues in cox1 gene.

4.2 Distance Matrix Method

4.2.1 Neighbor Joining (NJ) Tree

The phylogeographical signals were apparent in Clad 1, segregating 7. gigas col-
lected from Pulau Gaya (East Malaysia: Borneo) from the very species sampled in
East coast of Peninsular Malaysia (Balok and Pekan). But the phylogram failed to
segregate the samples collected from Balok and Pekan. This might probably due to
1. The short geographical distance between these sampled area (~ 80 km), 2.
Constant gene flow between the horseshoe crab populations from these two sam-
pling stations. Similar observation was reported by various researchers on fishes
(Akbar John et al. 2010), ticks (Song et al. 2011) spiders (Zhang et al. 2005) and
others (Hickerson and Cunningham 2000; MuNOz et al. 2008). As observed in
previous studies, the distant relatedness of American horseshoe crab (L. polyphe-
mus) to the Indo Pacific conspecifics was apparent in the phylograms. More
interestingly, the monophyletic origin of 7. gigas with T. tridentatus was evident in
Neighbor Joining (NJ) phylogram and this observation was cross examined using
genetic distance (GD) data analysis which showed the GD value of (0.037, 0.017
and 0.307 at 1st, 2nd and 3rd codon position respectively) between 7. gigas and T.
tridentatus, whereas the GD values between T. gigas and C. rotundicauda was
0.053, 0.017 and 0.395 at 1st, 2nd and 3rd codon position respectively. Though this
observation is in contrast to the previous studies, it is virtually true because of the
large number of individual species of horseshoe crab samples used in this study.
The monophyletic origin of T. gigas and 7. tridentatus and the reliability of the
phylogram were also checked by constructing sub phylogram constituting only
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representative horseshoe crab species and the selected out groups from possible
sister taxa which also showed the similar results.

The phylogram clearly showed the genetic relatedness of horseshoe crabs and
insects indicating that horseshoe crabs might have probably evolved from the
ancient aquatic insects. This observation is in agreement with the conclusions of
recent studies on horseshoe crab phylogeny (Xia 2000; Kamaruzzaman et al. 2011).
However, Eurypterids (e.g., sea scorpions) have traditionally been regarded as close
relatives of horseshoe crabs. Subsequent studies placed eurypterids closer to the
arachnids (e.g., spiders, terrestrial scorpions, mites and ticks) in a group called
Metastomata (Pavlicek et al. 2008). There has also been a belief that eurypterids are
closely related to terrestrial scorpions (Raz et al. 2009). Recent study on the genetic
relationships between arachnids and their relatives recognized Eurypterida,
Xiphosura and Arachnida as three major groups, and their genetic relatedness at
present cannot be resolved using available molecular markers (Shultz 2007).
Similar conclusion was evident in the phylogram which was cross checked with
genetic distance data that terrestrial scorpions which are closely related to sea
scorpions are distantly related to horseshoe crabs.

4.2.2 PGMA Method

Unweighted Pair Group Method with Arithmetic Mean (UPGMA) was used to
construct un-rooted phylogenetic tree to 1. Infer the genetic relationship between
horseshoe crabs, 2. To check the reliability of information on the monophyletic
origin of T. gigas with T. tridentatus, and 3. To verify the observation obtained in
NIJ tree method. As noted in NJ tree, UPGMA tree had 4 distinct clads segregating
representative species to their respective clads. Unlike NJ tree, the basic principle
and hypothesis in UPGMA method (constant rate of evolution) restricted its effi-
ciency in showing the distinct phylogeographical cues in the phylogram. However,
higher bootstrap value in internal nods and distinct segregation of representative
species showed its efficiency in phylogenetic tree construction. The phylogram also
proved the monophyletic origin of T. gigas with T. tridentatus and their closer
genetic relatedness. Atlantic horseshoe crab (L. polyphemus) was genetically dis-
tinct from other species of horseshoe crabs. To verify this observation, a sub tree
was constructed consisting of only 4 species of horseshoe crab and 3 out group
species which also showed similar facts. Insects were clumped together in Clad 2
which shared a common branch node with horseshoe crabs proving their closer
genetic relatedness with horseshoe crabs. Phylogram also showed the distant
genetic relatedness of terrestrial scorpions with horseshoe crabs similar to NJ tree.
Both NJ and UPGMA phylogram clearly proved the efficacy of COI gene in
delineating the members of evolutionarily cryptic groups of organisms, besides
revealing the monophyletic origin of south East Asian horseshoe crabs (7. gigas
and T. tridentatus).
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4.3 Genetic Distance (GD) Data Analysis

The basic principle behind the DNA barcoding technology is there should be low
rates of DNA sequence divergence among individuals of the same species than
between the species. In other words, intra species genetic distance should be low
compared to inter species genetic distance. These were quite evident in GD data
analysis (Hebert et al. 2003, 2004). In this study we mainly concentrated on the
calculation of GD within horseshoe crabs because of the representation of all the
four extant species in the constructed phylogram. Mean genetic distance within the
horseshoe crabs at all the codon positions were 0.053, 0.019 and 0.405 at 1st, 2nd
and 3rd Codon position respectively. Genetic Distance between the selected animal
groups showed that the GD value was lower between horseshoe crabs and insects
with 0.207, 0.077 and 0.718 at 1Ist, 2nd and 3rd codon position respectively
compared to horseshoe crabs and scorpions with 0.217, 0.063 and 1.264 codon
position respectively. This observation clearly indicated the closer genetic relat-
edness of insects with horseshoe crabs. Similar observation was made by
Kamaruzzaman et al. (2011). It was also observed that the horseshoe crabs are
genetically related to common crabs than the scorpion. This might be the reason
why out group (Portunus pelagicus) used in this study clustered with horseshoe
crabs closely than scorpions.

Another interesting observation made from the genetic distance data was higher
genetic distance observed in third codon position than its corresponding first and
second codon positions. Similar observation was made by Ward et al. (2005) while
barcoding fishes from Australian waters. Simmons et al. (2006) also observed that
greater phylogenetic signal is often found in parsimony-based analyses of third
codon positions of protein-coding genes relative to their corresponding first and
second codon positions, even for early-derived basal clades (Siemion and
Przemyslaw 1994; Ajmal Khan et al. 2010). Average genetic distance among the
different groups of test organisms used in this study showed higher GD value at 3rd
codon position indicating that detailed study on 3rd codon position might reveal
possible evolutionary information among the closely related groups of organisms.

4.4 Tajima’s Neutrality Test

Nucleotide diversity between horseshoe crab species was comparatively smaller
(m = 0.150633) than between related sister group taxa and horseshoe crabs
(m = 0.210329). Positive Tajima test statistic values of overall and within horseshoe
crabs population signified that there were low levels of both low and high frequency
polymorphisms in the horseshoe crab sequences which ultimately helped them in
retaining the genetic makeup virtually unchanged over millions of years.
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4.5 Nucleotide Substitution Analysis

It is a well-known fact that during DNA sequence evolution the rate of transitional
changes differs from the rate of transversional changes, with transitions generally
occurring more frequently than transversions. This difference is often referred to as
transition bias, and estimation of the extent of transition bias may be of interest,
since it may vary for different organisms and for different genes within a collection
of organisms. In general, there are twice as many possible transversions as tran-
sitions due to the relatively high rate of mutation of methylated cytosines to thy-
mine (Brown et al. 1982; Gojobori et al. 1982; Curtis and Clegg 1984; Graur and Li
2000). Proper estimation is also important because the ratio of the rates of transi-
tional to transversional changes (often called the Ti:Tv ratio) play a role in evo-
lutionary distance correction methods and is used in several common evolutionary
models (e.g., the F84 model) (Wakeley 1996). However, it was observed that Ti:Tv
ratio is strongly influenced by sampling size. Hence, we also calculated ti/tv bias
which is more realistic and widely applied reliable estimate.
Transition/Transversion (ti/tv) bias is known to be a general property of DNA
sequence evolution, it is more pronounced in animal mitochondrial DNAs
(mtDNAs) than in nuclear or chloroplast DNAs (Wakeley 1996). Estimation of the
ti/tv bias is important not only to our understanding of the patterns of DNA
sequence evolution, but also to reliable estimation of sequence distance and phy-
logeny reconstruction (Rosenberg et al. 2003).

The calculated ti/tv bias among the test organisms (including horseshoe crabs,
insects, scorpions and common crabs) was R = 0.988 whereas ti/tv bias within
horseshoe crabs was 1.711. This observation clearly proved that horseshoe crab cox/
undergoes more transition mutations compared to transversion mutations. This
observation was also proved by calculating Ti:Tv ratio where this ratio was
k; = 4.143 (for purines) and k, = 4.375 (for pyrimidines) within the horseshoe crabs.

5 Conclusion

Molecular taxonomic study clearly segregated American conspecific (Limulus
polyphemus) from Indo Pacific horseshoe crabs and thereby proving their distant
intra species genetic relatedness. More interestingly, the efficiency of coxI gene in
species level delineation of the cryptic taxonomy of horseshoe crabs proved the
monophyletic origin of Tachypleus gigas and T. tridentatus which other molecular
markers failed to address. Close genetic relatedness of horseshoe crabs with insects
showed that they might have evolved from ancient aquatic insects. The efficiency of
cytochrome oxydase C subunit 1 gene in species level identification evolutionarily
conserved horseshoe crab genome was apparent in the constructed phylogram
together with the precise identification of their differential developmental stages to
the species level. It was also evident from the phylogram that cox! gene has sound
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phylogeographical signals. Higher Genetic Distance (GD) value obtained from 3rd
codon position than its corresponding 1st and 2nd codon positions proved the
presence of grater genetic cues in 3rd codon position that could be used to study the
genetic relatedness of evolutionarily conserved species in future.
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DNA Barcoding in Marine Nematodes:
Successes and Pitfalls

Punyasloke Bhadury

Abstract The phylum Nematoda is one of the most diverse and abundant in every
ecological niche including terrestrial and aquatic environments. It has been esti-
mated that the abundance of nematodes can reach up to 10® individuals per square
metre. Like any other environment, sedimentary layer of marine environments are
rich in benthic fauna and free-living marine nematodes constitute an important
component of benthic domain. These organisms are present in all types of marine
habitat including from shallow coastal environment to deep-sea. The structural and
functional organization of nematode assemblages can provide precious information
on the ‘health’ of ecosystem in which they live, and they are widely recognized as
excellent bioindicators of natural and anthropogenic disturbances. The long term
success of DNA barcoding as a tool for speeding up identification of marine
nematodes during biodiversity and ecosystem monitoring studies will also depend
on large scale international efforts such as along the line of Census of Marine Life
(CoML) programs. To conclude, morpho-taxonomy coupled with DNA taxonomy
using DNA barcoding as a technique could be implemented for undertaking studies
on marine nematodes.

Keywords Bioindicators + Coastal - Census of Marine Life - DNA barcodes -
Nematoda

1 Introduction

The phylum Nematoda is one of the most diverse and abundant in every ecological
niche including terrestrial and aquatic environments (Lambshead 2004). It has been
estimated that the abundance of nematodes can reach up to 10% individuals per
square metre (Lambshead 2004). Like any other environment, sedimentary layer of
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marine environments are rich in benthic fauna and free-living marine nematodes
constitute an important component of benthic layer. The structural and functional
organization of nematode assemblages can provide precious information on the
‘health’ of ecosystem in which they live, and they are widely recognized as
excellent bioindicators of natural and anthropogenic disturbances (e.g. Balsamo
et al. 2010; Boufahja et al. 2011a, b; Semprucci et al. 2015).

The number of valid free-living marine nematode species based on
morpho-taxonomy, even after two centuries of research stands at 6900, which is
approximately 19 % of the total number of species that has been estimated to be
present in marine environment (Appeltans et al. 2012). Identification of free-living
marine nematodes is mainly carried out based on careful observation of morpho-
logical characters under a microscope. However, such observation is extremely
time-consuming and problematic, mainly because of the nature of superficial tax-
onomy, high phenotypic plasticity among populations and absence of clear taxo-
nomic diagnostic characters for identification of cryptic species (Avise and Walker
1999; Derycke et al. 2005; Bhadury et al. 2008; Fonseca et al. 2008; Rodrigues Da
Silva et al. 2010). Adding to these, during biodiversity surveys many of the
encountered marine nematodes are found in juvenile forms, thereby rendering
identification extremely difficult as some of the superficial characters are found only
in adult specimens (see Fig. 1).

The application of molecular techniques and the development of DNA
sequence-based approaches have revolutionized biological research. Techniques
including polymerase chain reaction dependent denaturing gradient gel
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electrophoresis (PCR-DGGE), clone library and sequencing approach,
terminal-restriction fragment length polymorphism (T-RFLP) and in recent times
the application of next generation sequencing (NGS) are increasingly used in
nematology research (e.g. Waite et al. 2003; Cook et al. 2005; Donn et al. 2008;
Chen et al. 2010; Fonseca et al. 2010). Amongst the sequence-based approaches,
DNA barcoding has gained importance with increased focus on application of the
same towards elucidating biodiversity of nematode communities across different
types of habitats and scientists have argued this tool can offer promising prospects
in order to overcome taxonomic impediments associated with marine nematode
systematic (e.g. Bhadury and Annapurna 2011a).

In this chapter, the successes and constraints of DNA barcoding as a tool for
unraveling marine nematode biodiversity has been mainly discussed. Additionally,
a perspective has been provided on how NGS techniques coupled with DNA
barcoding can ultimately accelerate marine nematode biodiversity related research
on a global scale.

2 DNA Barcoding

In 2003, a paper was published in the Proceedings of the Royal Society by Paul
Hebert et al. in which the authors stated that mitochondrial COI gene could serve as
a genetic code for all animal life and proposed the idea of DNA barcoding (Hebert
et al. 2003). DNA barcoding relies on the use of a standardized DNA region as a tag
for rapid and accurate species characterization (Hebert et al. 2003). In case of
animals, the locus of choice as proposed for barcoding is a 658 base pair region
(also known as Folmer region) of the cytochrome ¢ oxidase I (COI), a gene which is
involved in the respiratory chain of mitochondria (Valentini et al. 2008). This gene
shows interesting level of variability and differences are low among individuals of
the same species and high between individuals of different species. The primary
goal of DNA barcoding is to identify all eukaryotic species (Miller 2007). In
addition, the broader objectives of DNA barcoding as laid down by the
International Barcode of Life Initiative (iBOL) include discovery of new species
and facilitate identification, particularly in cryptic microscopic and other organisms
with complex or inaccessible morphology as well as increase massively the speed
of processing larger data sets (Hebert and Gregory 2005). To date, DNA barcoding
has been tested across range of phyla and habitats with promising results (e.g.
Hebert et al. 2004; Radulovici et al. 2010; Bucklin et al. 2011). It has been also
applied as a tool to investigate evolutionary relationships and in cladistics
(Savolainen et al. 2005).

In some taxa such as Porifera and Anthozoa issues pertaining to the low reso-
lution level of targeted COI region have been also found in addition to the presence
of nuclear copies of COI gene which may lead to over-estimation of species
diversity during biodiversity surveys (Erpenbeck et al. 2006; Huang et al. 2008;
Song et al. 2008). In case of marine nematodes, the COI amplification has proved to
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be relatively difficult because of rampant gene rearrangement, hypervariation
among haplotypes, multipartionining and frequent recombination in their mito-
chondrial genomes (Bhadury et al. 2006; Lunt and Hyman 1997; Armstrong et al.
2000; Rodrigues Da Silva et al. 2010; Hyman et al. 2011). Therefore, several
research groups have argued for the use of other regions of nematode genome such
as the small and large subunits of nuclear ribosomal RNA cistron (18S rRNA and
28S rRNA) for DNA barcoding (De Ley et al. 2005; Bhadury et al. 2006).

The nuclear subunit ribosomal RNA cistron is a promising candidate due to its
greater abundance (multiple copies) in the metazoan genome which makes it easier
to target using PCR based approaches and its relatively conserved flanking regions
that can provide classifications into molecular taxonomic units. Additionally, there
is intense selection because of the vital role of rRNA in the assembly of proteins in
ribosome. Thus, parts of them are strongly conserved as well as there are variable
regions which can be effectively used for species delineation and resolving phy-
logenetic relationships (Floyd et al. 2002; Holterman et al. 2008).

2.1 DNA Barcoding Studies for Marine Nematodes

The study by De Ley et al. (2005) is one of the foremost where the applicability of
DNA barcoding was evaluated based on the amplification and sequencing of large
subunit ribosomal RNA (28S rRNA). In their study 37 nematode specimens were
barcoded based on the D2D3 expansion segments of 28S rRNA and these represent
at least 32 species, none of which matched with nematode 28S rRNA sequences
available in sequence databases. They highlighted that data-rich surveys and phy-
logenetic tools for analysis of barcode sequences are an essential component for
biodiversity discovery. The study by De Ley et al. (2005) also stressed the
important of photo vouchering of specimens that are used for DNA barcoding so
that digital and sequence data could be optimally used in large scale surveys. The
applicability of DNA barcoding approach for rapid identification of marine
nematodes during biodiversity survey from estuarine and coastal sedimentary
environments of British Isles was evaluated for the first time based on the ampli-
fication, sequencing and phylogeny of nuclear small subunit ribosomal RNA (18S
rRNA) marker (Bhadury et al. 2006). The authors showed that the accuracy of
DNA barcoding approach for identification of marine nematodes up to species level
can be more than 97 % and unidentified specimens can be correctly assigned to
genus or species level based on molecular phylogeny, thereby confirming the
reliability of this technique with potential application during large scale biodiversity
surveys. Additionally, the authors suggested a 345 bp stretch of the 18S rRNA
marker as a potential DNA barcode region for undertaking high throughput studies
on marine nematodes during coastal ecosystem surveys (Bhadury et al. 2006).
Subsequently, a number of studies attempted to use DNA barcoding as a tool for
identification of marine nematodes in other ecoregions. For example, Pereira et al.
(2010) combined morpho-taxonomy and DNA barcoding to evaluate the diversity
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of free-living marine nematodes (Order Enoplida) from four coastal sites located in
the Gulf of California and three on the Pacific coast of Baja California, Mexico.
Their results indicated that 28S rRNA sequences (D2D3 domain) may be better
suited for DNA barcoding of marine nematodes belonging to the Order Enoplida as
compared to 18S rRNA, particularly for differentiating closely related or cryptic
species. A study undertaken by Floyd et al. (2005) on marine nematodes from
deep-sea sediment from the Equatorial Pacific Ocean highlighted the development
of more robust nematode specific 18S rRNA primers during DNA barcoding
studies. In another study focused on New Jersey coast of United States of America,
Bhadury and Austen (2010) showed that DNA barcoding can be also used to
understand the functional significance of marine nematodes in coastal ecosystems.
The authors recovered several Monhysteridae-like 18S rRNA sequences which was
then linked to the presence of oxic-anoxic boundary of studied intertidal sediments.
In the same study, the authors reported the additional development of more strin-
gent nematode specific 18S rRNA primers that could be used for biodiversity
studies to overcome co-amplification of other eukaryotic phyla (Bhadury and
Austen 2010). Armenteros et al. (2014a) compared the nuclear 18S rRNA
and mitochondrial COI barcode sequences in tropical marine Desmodorid species
and showed that COI barcode sequences can be more effective to disentangle
relationship among closely related species provided reference sequence databases
are substantially enriched.

3 DNA Barcoding of Marine Nematodes Using
Mitochondrial COI Approach

In the last five years there has been significant development with respect to the
application of mitochondrial COI for barcoding of marine nematodes. In a recent
study, Derycke et al. (2010a) successfully evaluated the effectiveness of COI in
41 species of marine nematodes belonging to 33 genera and representing almost all
orders from European coasts. The authors identified a region of COI (I3-M11
partition) that could be used for the purpose of DNA barcoding. At the same time,
the authors highlighted the need for a strict scrutiny of the obtained COI sequences
since co-maplification from contamination, nuclear pseudogenes and endosym-
bionts may lead to wrong identification of nematodes. Overall, they concluded that
the variability pattern observed in mitochondrial COI could be used to aid in
identification of nematode species provided a good reference sequence database is
equally available. To date, the list of available 18S rRNA, 28S rRNA and mito-
chondrial COI primers have been detailed in Table 1.
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4 Application of DNA Barcoding in Marine Nematode
Population Genetics and Taxonomy

The approach of DNA barcoding for marine nematodes has extended beyond
biodiversity assessment. It has been applied to test pertinent questions in areas of
marine nematode population genetics as well as in resolving their taxonomy. The
mitochondrial COI sequences have been used to investigate population genetic
structure in the cryptic marine nematode species, Pellioditis marina (Derycke et al.
2005). The authors found strong genetic differentiation among populations of
P. marina and concluded that autecological characteristics, including short gener-
ation time, high colonization potential and local adaptation play important roles in
observed trend. In another study, Derycke et al. (2007) investigated the population
genetic structure of a marine nematode, Geomonhystera disjuncta based on COI
and nuclear ITS (inter transcribed spacer) regions and found the evidence of
presence of five cryptic taxa within this species. There are other reports of the
limited use of COI in population genetic studies undertaken in selective species of
marine nematodes (Derycke et al. 2006, 2008). The 18S rRNA has been also used
as a molecular marker to study the population structure of marine nematode
Terschellingia longicaudata based on specimens collected from several locations
globally (Bhadury et al. 2008). The authors showed the presence of cryptic species
complexes in T. longicaudata population based on 18S rRNA molecular phylogeny
and they also highlighted that currently available morpho-taxonomy may not be
adequate to discriminate these complexes (Bhadury et al. 2008). Besides these two
molecular markers, the D2/D3 region of 28S rRNA has been also used to inves-
tigate cryptic species complexes in the marine nematode Thoracostoma trachy-
gaster (Derycke et al. 2010b).

DNA barcoding has been also tested as a tool to resolve taxonomy of marine
nematodes and also for describing new species. For example, Neres et al. (2010)
described a new species, Daptonema matrona based on morphological characters
and 18S rRNA sequences using integrative taxonomy approaches. Other studies
have used molecular phylogeny (based on 18S rDNA and mt COI barcode regions)
as a tool for describing new species of marine nematodes (e.g. Rho et al. 2011;
Cunha et al. 2013; Armenteros et al. 2014b; Tchesunov et al. 2015). However, the
rate of description of new species of marine nematodes has not accelerated possibly
due to the lack of integration of morpho-taxonomy with molecular methods such as
DNA barcoding. Indeed, a comprehensive review undertaken by Radulovici et al.
(2010) showed that only 21 new species of marine nematodes are reported every
year as compared to other marine faunal groups (e.g. Mollusca: 354 new species
described every year).
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5 Limited Coverage of DNA Barcode Sequences

One of the major factors that have restricted the wider applicability of DNA
barcoding as a tool in marine nematode diversity and taxonomy studies is the
paucity of reference sequences available from different geographic locations
globally. As of today (10th September, 2015) more than 850 marine nematode
nucleotide sequences representing molecular markers such as nuclear small subunit
ribosomal DNA (18S rRNA), large subunit ribosomal DNA (28S rRNA) and
mitochondrial cytochrome ¢ oxidase I (COI) are available in sequence databases
such as GenBank, EMBL, DDBJ and PDB. However, majority of these sequences
represent coastal and marine ecosystems from Western Europe and North America.
Indeed, representative marine nematode sequences from biodiversity rich continents
such as Asia, South America and Africa remain largely unrepresented in public
sequence databases. For example, a recent study undertaken by Kumar et al. (2015)
based on clone library and sequencing approach of a region of 18S rRNA, which is
also used for DNA barcoding, showed the presence of several novel species of
marine nematodes in the North Eastern Indian Ocean region (West coast of India)
and that many of the sequences could be identified only up to genus level high-
lighting the limitation of existing sequence databases. Therefore it is extremely
important to broaden the coverage of marine biodiversity rich geographical loca-
tions for wider use of DNA barcoding as a tool during biodiversity surveys.

6 Next Generation Sequencing and Incorporation of DNA
Barcodes

High-throughput DNA sequencing technology is a new revolution that can increase
our understanding of marine nematode diversity and their role in ecosystem pro-
cesses across different environments. Next generation sequencing (NGS) platforms
such as Roche 454, Illumina (HiSeq and MiSeq) and ABI SOLIiD, with capacities to
process millions of sequences in parallel, have revolutionized biological research in
recent years including applications towards understanding marine ecosystem (e.g.
Lecroq et al. 2011; Fonseca et al. 2010, 2014; Bik et al. 2012). Specification of
some of the NGS platforms has been detailed in Table 2. Individual read lengths in
majority of next-generation platforms are usually limited, but the depth of coverage
per base pair and advanced sequence assembly software allow sequencing of giga
base pairs (Gbp) in a single run. Concurrently, there has been significant devel-
opment in bioinformatic pipelines, which can process these large set of raw data
generating out of NGS platforms (Stoltzfus et al. 2013; Darling et al. 2014).
The NGS methodology has been predominantly tested using molecular markers
such as 18S rRNA and the regions that have been targeted represent the same
regions tested previously in DNA barcoding studies of marine nematodes.
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Table 2 Specification of some of the NGS platforms

139

Sequencing 454 [llumina ABI SOLID Ion
platform torrent
Year of 2005 2006 2006 2010
availability

Length of 200-700 bp 150 bp approx. 35-50 bp 200 bp
sequenced approx.
fragment

Run time 23 h 27 hto 11 days 7-8 days 2h
Technology emPCR, Polonies, emPCR, ligation with | emPCR,
used for pyrosequencing | cleavable dye cleavable dye H+
sequencing terminators terminators detection

NGS has been tested towards assessment of marine nematode diversity from
coastal areas of United Kingdom. Creer et al. (2010) analyzed sediment samples
collected from intertidal zone at Littlehampton on the south coast of England, UK
as well as solil, litter and understory habitats sampled at La Selva Biological Station,
Costa Rica. Community PCR and 454 sequencing based on 18S rDNA approaches
yielded a total of 29,756 high-quality sequences over 200 bases from the marine
samples while for the tropical rain forest samples yielded a total of 40,334
high-quality sequences of at least 200 bases. In the terrestrial data set, the soil
habitat had fewer nematode operational cluster taxonomic units (OCTUs) (35) than
either the marine littoral habitat (149) or canopy (97). Plant-parasitic nematodes
were more diverse and abundant in soil environment, with bacterial and
fungal-feeding nematodes predominating in the litter and canopy. This study
evaluated the effectiveness of 454 sequencing in nematode diversity studies from
varied environments including marine realms.

Fonseca et al. (2010) applied a metagenetic approach using next generation
sequencing of the 18S nuclear small subunit ribosomal RNA (rRNA) marker to
assess simultaneously the relative levels of richness and patterns of diversity of
multiple metazoan phyla from eight benthic samples collected from low-tide zone
of an estuarine beach near Prestwick on the West coast of Scotland, and from one
sample from a beach in Littlehampton in the South of England. The amplicons were
processed for sequencing on a Roche 454 FLX platform generating a total of
353,896 sequences which were subsequently filtered to 305,702 for downstream
analysis. Based on the annotation 374 OCTUs were assigned to phylum level.
Of the metazoan OCTUs, 182 were from Nematoda, at least three times more than
from any other individual meiofaunal taxon. Platyhelminthes (61 OCTUs) was the
second richest phylum, followed by Arthropoda (29 OCTUs including Copepoda,
Ostracoda and Malacostraca), Mollusca (22 OCTUs), Gastrotricha (7 OCTUs),
Annelida (6 OCTUs) and five less-rich phyla (for example, Bryozoa,
Echinodermata, Cercozoa, Rotifera and Alveolata with between 1 and 3 OCTUs
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each). Based on the comparisons of the OCTU sequences with the NCBI databases,
authors found that majority (95 %) of Nematoda OCTUs have never been
sequenced before. For other phyla only a small fraction of the OCTUs showed
100 % identity with previously sequenced specimens. Only fifteen of the OCTUs
with <90 % identity (300 sequences) were robustly placed within identified phyla
(mainly Nematoda). For Prestwick samples the authors detected 182 Nematoda
OCTUs, compared with 450 species of free-living marine nematodes that have been
described from around the entire British Isles. Geographically, these datasets rep-
resent the discovery of 40 % of the previously known phylum richness from
transect that represents 0.004 % of the length of the British coastline (~ 17,820 km,
Ordnance Survey). In all, 70 % of Nematoda OCTUs were unique to Prestwick and
58-100 % of the OCTUs for the other phyla were only present in Prestwick. Based
on 454 sequencing approach, a study was undertaken to assess microbial eukaryotic
communities across depth (shallow water to abyssal) and ocean basins (deep-sea
Pacific and Atlantic) (Bik et al. 2012). Within the 12 sites examined, the authors
found that some taxa can maintain eurybathic ranges and cosmopolitan deep-sea
distributions, but majority of species appear to be regionally restricted. Contrary to
previous observation of nematodes being the most abundant members in sediment,
the authors found equal or more dominant role for other taxonomic groups in some
of the deep-sea sites (e.g. unicellular eukaryotes in the Pacific) based on 454
sequencing. In addition, low genetic divergence between geographically disparate
deep-sea sites suggested either a shorter coalescence time between deep-sea regions
or slower rates of evolution across this vast oceanic ecosystem (Bik et al. 2012). In
another study involving deep-sea sites in the Southern Ocean, the authors inves-
tigated association between deep-sea nematodes and marine fungi and potential
implications including food preference of nematodes based on capillary and 454
sequencing approaches (Bhadury et al. 2011b).

In a recent study undertaken by Lallias et al. (2015) based on 454 Roche
sequencing of 18S rRNA barcodes, the authors showed that marine nematode
species richness accounted for almost 22 and 31 % in Thames and Mersey estuaries
of United Kingdom respectively and more than 55 % of the generated sequence
reads (out of 957,216 reads) represented nematode signatures. NGS approaches can
provide information of marine nematode diversity from less explored sites or
regions; however at the same time some of these studies as detailed above also
reflect that a significant proportion of the sequences generated show limited identity
with sequences that are available in published databases such as
GenBank/EMBL/DDBJ. This is due to the restricted number of deposited
sequences for valid marine nematode species including DNA barcode sequences
from geographically less represented regions. Thus for high throughput sequencing
tools to work it is important that coordinated effort should be taken in DNA bar-
coding of marine nematodes with special emphasis on continents such as South
America, Africa and Asia.
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7 Way Forward

The flow diagram provides an overview of approaches to be undertaken to facilitate
and speed up marine nematode identification and elucidation of their community
structure by integration of morpho-taxonomy, DNA barcoding and NGS method-
ologies during biodiversity surveys (see Fig. 2). Such approaches could result in
enriched reference sequence databases and ultimately help towards resolving
marine nematode species identification during large scale biodiversity surveys. In
addition, potential new DNA barcode regions need to identified, in particular the
need to further modify and develop the applicability of mitochondrial COI DNA
barcode with the designing of more robust set of primers. For example, COI primers

Large scale sediment sampling
across marine environments
globally during biodiversity surveys

Nucleic acid extraction
from sediments

A

Extraction and photo- l

vouchering of marine Amplification of

nematode specimens markers such as 18S
rRNA or COI

Y
DNA barcoding of vouchered
specimens based on 18S
rRNA/COI

A

High-throughput
sequencing in NGS

\ platforms

Submission of DNA barcode and NGS
sequences to public databases and populating
databases with global coverage

Analysis of generated sequences using robust
bioinformatics platform

A

Elucidation of marine nematode
community structure

Fig. 2 Schematic overview of molecular approaches to be undertaken for elucidation of marine
nematode community structure during biodiversity surveys
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could be developed at order and family levels to broaden the taxonomic coverage of
marine nematodes in future studies. The long term success of DNA barcoding as a
tool for speeding up identification of marine nematodes will also depend on
coordinated international efforts such as along the line of Census of Marine Life
(CoML) programs. To conclude, morpho-taxonomy coupled with DNA taxonomy
involving DNA barcoding as a tool could be potentially made as a pre-requisite for
undertaking studies on marine nematodes.
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DNA Barcoding of Calanoid Copepods
from the Gulf of California

Juan Ramon Beltran-Castro and Sergio Hernandez-Trujillo

Abstract The diversity of pelagic copepods was studied in different sites around
the Gulf of California, to confirm their morphological identification with of CO1
gen analysis. This is the first study of its kind for the Gulf of California and we
report the results of 101 barcode sequences for 27 species of copepods. The sep-
aration of species based on morphological characters was very clear for most
species and consistent with the formation of genetic groups obtained with the CO1
gene and its corresponding barcode without overlap between the sequences, thus
becoming the initial records a database of genetic sequences for the area.

Keywords Gulf of California - Calanoid copepods - Barcoding - Cytochrome
Oxidase 1 « Marine zooplankton

1 Introduction

The crustaceans are one of the most diverse marine groups, and have a significant
role in the food web and be represented in all ecosystems; These and others features
make the group present ambiguous morphological characters from the earliest
stages of development to adulthood, so the DNA barcode becomes a powerful tool
for reliable identification of species (Radulovici et al. 2010).

Pelagic copepods are maxillopod crustaceans that its abundance and frequency
of occurrence in the epi and mesopelagic zone are one of the most important taxa in
the marine food chain. More than 2500 species of marine planktonic copepods have
been described, with distributions ranging from shallow waters to abyss to hado-
pelagic depths (Razouls et al. 2011). Its great diversity needs accuracy on species
identification because, in some cases, share morphometric and meristic character-
istics that tend to confuse the identity of the species. To help solve cryptic species
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occurrence and other taxonomic issues, molecular tools are used since the late 20th
century, specifically through the use of a DNA fragment known as cytochrome C
Oxidase 1 (Hebert et al. 2003).

Recent research of DNA barcode on marine copepods have been focused on the
exploration of species diversity mostly in ocean regions, the problem of taxa,
biogeographic analysis and finding cryptic species (Blanco-Bercial et al. 2014).

In Central and Southern Gulf of California, have been identified between 53
(Hernandez-Trujillo and Esquivel-Herrera 1989) and 84 (Brinton et al. 1986)
copepods pelagic species; at the Bay and Ensenada of La Paz have been recorded
129 species (Palomares 1996; Gonzalez-Navarro and Saldierna-Martinez 1997,
Lavaniegos-Espejo and Gonzélez-Navarro 1999; Aceves-Medina et al. 2007); these
figures, compared with 197 species identified at national level (Hernandez-Trujillo
and Esqueda-Escarcega 2002) indicate the importance of the Gulf of California
from the standpoint of not only the holoplankton biodiversity, but also the
meroplankton.

The Cytochrome c oxidase 1 (CO1), such as has been previously mentioned, it
has been widely used in studies of diversity of fungi (Kurtzman 1985), bacteria
(Wilson et al. 1995), on marine copepods (Bucklin et al. 1998), lepidoptera (Brown
et al. 1999), onychophora (Trewick 2000), annelidae, arthropoda, chordata,
cnidarians, echinoderms and flatworms (Hebert et al. 2003), birds (Hebert et al.
2004), fishes (Trivedi et al. 2014) euphausiids (Bucklin et al. 2007) Branchiopoda
resistance eggs, Copepoda, Rotifera, Bryozoa and Ascidia in ballast water (Briski
et al. 2011), among other metazoarians.

Bucklin et al. (2010a, b) estimated at 230,000 the number of marine animals of
known species and one million which have not yet been described, so consider that
the process of description of new species will be continued in the coming decades.

For copepods, studies of DNA barcode has focused to reviewing the copepod
morphological descriptions which by their level of uncertainty may result in sibling
or cryptic species, and COl is a gene that has shown very useful for separating
copepods species of genus Calanus (Hill et al. 2001; Unal et al. 2006),
Clausocalanus (Bucklin et al. 2003), Neocalanus (Machida et al. 2009),
Pseudocalanus (Bucklin et al. 2003), Oncaea and Triconia (Bottger-Schnack and
and Machida 2011).

In order to document the biodiversity of pelagic copepods from Gulf of
California, we identified by gene cytochrome C Oxidase 1 (COl) several of the
species that inhabit the study area, and contribute to mainstreaming a barcode
library.

2 Materials and Methods

Specimens were collected with a plankton net (300 pm mesh size) from the Gulf of
California mostly. The sampling polygon extended from 24 to 29° N and 110 to
112° W (Fig. 1) while specific geographic coordinates and collection dates for all
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localities are recorded in the project files Copepods of La Paz Bay, BCS, and
Copepods of the NW of Mexico in the Barcode of Life Data System (Ratnasingham
and Hebert 2007).

Whenever possible, we barcoded at least five adults of each species. Individuals
were photographed and are kept as vouchers in Copepoda Collection at Centro
Interdisciplinario de Ciencias Marinas of Instituto Politécnico Nacional. All iden-
tifications were based on specialized literature and direct comparison with previ-
ously deposited material in the same collection, as well as a validation by the
curator of the collection.

Extraction and amplification of CO1 gene was carried out according to protocol
proposed by Hajibabaei et al. (2007) and modified by Elias-Gutiérrez and
Valdez-Moreno (2008a, b) and sequencing as described in Hajibabaei et al. (2006).

Having obtained the sequences were aligned using the MEGA 5 software,
afterwards manually alignment was made to 550 bp with GeneDoc software;
MEGA 5 software 5 similarity tree was constructed using statistical Maximun
Likelihood method, with bootstrap 1000, genetic differences were calculated using
the distance model of two parameters or K2P Kimura (Tamura et al. 2011). The
sequences are deposited in www.boldsystems.org.

3 Results

483 individuals belonging to 101 species of copepods were morphologically
identified, of which 27 were subjected to the process of DNA extraction and
amplification of mitochondrial CO1 gene (Table 1); 93 sequences, of which 89 %
had more than 500 base pairs (Fig. 2), were obtained. The largest number of
specimens sequenced came from the area of the Islas Marias, whereas the rest come
from the central Gulf of California (Fig. 1).

The tree of similarity shows the clustering of specimens of Calanoida and
Poecilostomatoida orders (Fig. 3). The average distance (K2P) among the species
was 0.36 % and the divergence between genus 28.6 % (Table 2); the highest fre-
quency of interspecific divergence was between 0 and 0.5 %, and in the case of the
genera all had more than 20 %.

In the Calanoida order 4 families were pooled: Pontellidae, Paracalanidae,
Eucalanidae and Candaciidae with bootstrap values of 20.2, 17.5, 23.7 and 54.9 %
respectively (Fig. 2); for Poecilostomatoida there were only representatives of one
family which was grouped (52.7 % bootstrap).

In order Calanoida, for example, Pontellidae family had a similarity value of
77 %; Pontellina plumata, Pontellopsis armata, Calanopia elliptica, Labidocera
acuta and Labidocera johnsoni were the most divergent with 22 %. The outside
group was genus Candacia and Candacia catula, Candacia curta and Candacia
simplex were similar to each other by approximately 41 %.
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Table 1 Copepod species identified
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Order Family Species
Calanoida Acartidae Acartia danae (Giesbrecht 1889)
Aetideidae Aetideus armatus (Boeck 1872)
Calanidae Undinula vulgaris (Dana 1852)
Canthocalanus pauper (Giesbrecht 1888)
Paracalanidae Acrocalanus gibber (Giesbrecht 1888)
Paracalanus parvus (Claus 1863)
Calocalanidae Calocalanus pavo (Dana 1849)
Candaciidae Candacia curta (Dana 1849)
Candacia simplex (Giesbrecht 1889)
Centropagidae Centropages furcatus (Dana 1849)
Eucalanidae Pareucalanus sewelli (Fleminger 1973)
Rhincalanus nasutus (Giesbrecht 1888)
Subeucalanus mucronatus (Giesbrecht 1888)
Subeucalanus subcrassus (Giesbrecht 1888)
Clausocalanidae Clausocalanus furcatus (Brady 1883)
Pontellidae Calanopia elliptica (Dana 1849)
Labidocera johnsoni (Fleminger 1964)
Labidocera acutifrons (Dana 1849)
Labidocera acuta (Dana 1849)
Pontellopsis armata (Giesbrecht 1889)
Pontellopsis occidentalis (Esterly 1906)
Pontellina plumata (Dana 1849)
Euchaetidae Euchaeta indica (Wolfenden 1905)
Temoridae Temora discaudata (Giesbrecht 1889)
Poecilostomatoida Sapphirinidae Copilia mirabilis (Dana 1849)
Sapphirina intestinata (Giesbrecht 1891)
Sapphirina scarlata (Giesbrecht 1892)

4 Discussion

The separation of species based on morphological characters was clear for most
species, although in the case of Labidocera diandra male the existence of two
morphotypes hampered identification (Beltran-Castro 2014). In the other species
studied so far, no cryptic genotypes were found; on the other hand, for the mor-
phological identification of the species in this study proved characteristics of suf-
ficient quality for proper taxonomic identification, coinciding with findings in the
Mediterranean with Oncaeidae (Bottger-Schnack and Machida 2011) family,
hydrothermal vents with Dirivultidae (Gollner et al. 2011) family and various areas
of the world with families Clausocalanidae and Calanidae (Bucklin et al. 2003).
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Fig. 3 Neighbor-joining tree for 27 pelagic

copepod species (Maximum Likelihood, boot-
strap = 1000), using K2P distances

Taking into consideration that the genetic sequences of the species alone do not
identify species, but is an indispensable requirement a detailed morphological
revision to get to the correct identification, has to be put into perspective how
relevant is the taxonomists work for allocating bar codes based on the CO1 or 12S
genes by comparing sequence similarities (Bucklin et al. 2010a, b).

Comparison of sequences obtained from the Gulf of California copepods
allowed to differentiate species, as has happened in other marine regions (Folmer
et al. 1994; Hill et al. 2001; Hebert et al. 2003; Davolos and Maclean 2005; Matz
and Nielsen 2005; Hajibabaei et al. 2006; Costa et al. 2007; Elias-Gutiérrez et al.
2008; Elias-Gutiérrez and Valdez-Moreno 2008a, b; Machida et al. 2009; Bucklin

et al. 2010a, b; Camacho et al. 2011; Raupach et al. 2010; Blanco-Bercial et al.
2011); in most species variation lower than 2 % of COI, confirms as a gene with
systematic feature (Unal et al. 2006) for reliable identification, although there are
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Table 2 Genetic divergences (K2P) at different taxonomic levels

Comparisons | Taxa | Number of Minimum | Distance Maximum | SE dist
within comparisons (%) mean (%) (%) (%)
Species 15 216 0 0.364 2.823 0.033
Genus 13 61 21.276 28.593 35.257 0.458
Family 8 104 13.159 25.204 33.896 0.454
Order 2 2132 13.393 28.508 38.565 0.092
Class 1 568 31.745 37.354 43.468 0.106

families like Oncaeidae in which the gene 128 better performance (Bottger-Schnack
and Machida 2011).

Morphological identification of species was consistent with the formation of
genetic groups obtained with CO1 gene and its corresponding barcode without
overlap between the sequences. This morphological-genetic match is the start of a
library of barcodes copepods in the Gulf of California.

Because of the relatively rapid evolution of CO1 gene, its variation may help
solve taxonomic problems associated with geographic variation in distribution of
some species of copepods; for instance Calanus pacificus have three subspecies
which differ geographically as well as their CO1 sequences almost 3 % (Hill et al.
2001). In this study, were found haplotype of Undinula vulgaris, Calanus pacificus,
Canthocalanus pauper, Euchaeta indica, Candacia simplex, Temora discaudata,
Paracalanus parvus, Clausocalanus furcatus, Acartia danae, Subeucalanus sub-
crassus, Rhincalanus nasutus, Aetideus armatus and Centropages furcatus, which
are located at various sampling sites and are representing different habitat types, as
has been observed with family Dirivultidae (Gollner et al. 2011).

This tool opens an option for the study of biodiversity in the study area since it is
distribution area of numerous planktonic species, not just of copepods, so a larger
sampling effort has to be carried out to reveal the presence of more species, to
correct misidentification that lead to a reclassification and/or description of the
“problem” species (Elias-Gutiérrez and Valdez-Moreno 2008a, b; Camacho et al.
2011), revitalize the biological collections, accelerate inventory biodiversity, per-
forming phylogenetic and biogeographic analysis and learn more about the process
of speciation.

Molecular analysis of copepods in the Gulf of California will surely help you
discover the taxonomic significance of intraspecific genetic separation discovering
cryptic species (Bucklin et al. 1998), especially in the calanoid copepods in which
numerous examples of sibling species have been discriminated with few morpho-
logical characters. The ability to understand the dynamics of plankton community
depends on the ability to accurately measure the diversity of species and to accu-
rately identify individuals’ species morphologically similar.

This work confirms that the molecular and morphological methods can be
considered complementary and when applied in combination, constitute a powerful
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tool for identification with minimal errors not only of copepods in the Gulf of
California, but in the adjoining marine areas; the results are the first step in building
databases of sequences and update morphological identification keys.
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Abstract The phylum Nemertea is known as “ribbon worms” or “proboscis
worms” or nemertine. Most are very slim, usually, only a few millimetres wide,
although a few have relatively short but wide bodies. They are believed to be an
ancient order with their origins in the Cambrian period over 500 million years ago.
These nemerteans are distributed globally mostly in the temperate tropical region.
Nevertheless, this group is mostly neglected and its taxonomy is jumbled with some
blurry and incomplete descriptions and thus created perplexity in the identification
process. In a case study, the nemertine samples were collected from the Sundarbans
delta (one of the largest biodiversity hotspots) and were subjected to DNA
Barcoding approach for species level identification. The sequence analysis was
done in comparison with the previously characterized species, calculating its
genetic distance (Kimura-2-parameter) as well as similarity match with the pub-
lished sequence. It was found that the samples from the Sundarbans clustered
distinctly as a separate clade with respect to other species, which was congruent
with the genetic distance. From this study, it was confirmed that the species from
this region was novel as compared to other distinguished species, which was nearly
impossible with the conventional morphology due to lack of valid diagnostic keys.
In this context, DNA taxonomy has proved itself to be a more powerful tool to
systematizing taxa in the definite clades, recognition of possible bio-geographic
patterns of these species or to uncover possible hidden species.
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1 Introduction

1.1 Nemertea: A Primitive Group

Nemertea is a phylum of invertebrate animals also known as “ribbon worms” or
“proboscis worms” or nemertines (Fig. 1). Alternative names for the phylum have
included Nemertini, Nemertinea. Although most are less than 20 cm (7.9 in) long, one
specimen has been estimated at 54 m (177 ft) (Leasi and Norenburg 2014). Most are
very slim, usually only a few millimeter wide, although a few have relatively short but
wide bodies. It has been suggested that three fossil species may be nemerteans, but
none is confirmed. Traditional taxonomy divides the phylum in two classes, Anopla
(“unarmed”—their proboscises do not have a little dagger) with two orders, and
Enopla (“armed” with a dagger) with two orders. However, it is now accepted that
Anoplaare paraphyletic (have given rise to another group), as one order is more closely
related to Enopla than to the other order of Anopla. The phylum Nemertea is mono-
phyletic, whose synapomorphies include the rhynchocoel and eversible proboscis.
Traditional taxonomy says that nemerteans are closely related to flatworms and that
both are relatively “primitive” acoelomates. Now both phyla are regarded as members
of the Lophotrochozoa, a very large “super-phylum” that also includes molluscs,
annelids, brachiopods, bryozoa and many other protostomes (Sundberg et al. 2010).

The synapomorphies (trait shared by an ancestor and all its descendants, but not
by other groups) include the eversible proboscis located in the rhynchocoel
(Thollesson and Norenburg 2003). Nemerteans’ affinities with Annelida (including
Echiura, Pogonophora, Vestimentifera and perhaps Sipuncula) and Mollusca make
the ribbon-worms members of Lophotrochozoa, which include about half of the
extant animal phyla (Giribet 2008). Lophotrochozoa groups: those animals that feed
using a lophophore (Brachiopoda, Bryozoa, Phoronida, Entoprocta); phyla in which
most members’ embryos develop into trochophore larvae (for example Annelida
and Mollusca); and some other phyla (such as Platyhelminthes, Sipuncula,
Gastrotricha,  Gnathostomulida, = Micrognathozoa, = Nemertea, Phoronida,
Platyhelminthes and Rotifera) (Giribet 2008; Bik et al. 2010). These groupings are
based on molecular phylogeny, which compares sections of organisms’ DNA and
RNA. While analyses by molecular phylogeny are confident that members of
Lophotrochozoa are more closely related to each other than of non-members, the
relationships between members are mostly unclear (Bik et al. 2010).

1.2 Sundarbans: A Natural Biodiversity Hotspot

The Sundarbans is a natural expanse in the Bengal region comprising Bangladesh
and Eastern India. It is the largest single block of tidal halophytic mangrove forest
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in the world. The Sundarbans covers approximately 10,000 km? (3,900 sq mi) of
which 60 % is in Bangladesh with the remainder in India (Manna et al. 2010). The
Indian Sundarbans Delta (ISD) is the part of the delta of the
Ganga-Brahmaputra-Meghna (GBM) basin in Asia. The Sundarbans, shared
between India and Bangladesh is home to one of the largest mangrove forest in the
world. The ISD, dispersed over between 21° 40" 04"” N and 22° 09’ 21" N latitude,
and 88° 01’ 56" E and 89° 06’ 01" E longitude, is the smaller and also the western
part of the complete Sundarbans delta (Fig. 2).

The Sundarbans flora is characterized by the abundance of sundari (Heritiera
fomes), gewa (Excoecaria agallocha), goran (Ceriops decandra) and keora
(Sonneratia apetala), all of which occur prominently throughout the area. The
characteristic tree of the forest is the sundari (Heritiera littoralis), from which the

(b)

Fig. 1 Nemertean species: a Basiodiscus mexicanus (http://www.ucmp.berkeley.edu/nemertini/
nemertini.html). b Parborlasia corrugatus, or the proboscis worm (http://www.usap.gov/)

Fig. 2 The Ganges begins its
de%ta (GD) in noihwesgt R.Ganges /\ R. Brahmaputra
Bengal. This is at the apex of

the red triangle (the third side
is the sea). The Brahmaputra
delta (BD) is marked in
brown. The two rivers have
continually shifted courses,
and continue to do so. Their
confluence changes and this
change is reflected in the
merging of the two deltas.
The Sundarbans region is
shown in pink ellipse, the
western portion of which is
termed as the Indian
Sundarbans Delta
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name of the forest had probably been derived. It yields a hard wood, used for
building houses and making boats, furniture and other things. New forest accretions
are often conspicuously dominated by keora (Sonneratia apetala) and tidal forests.
It is an indicator species for newly accreted mudbanks and is an important species
for wildlife, especially spotted deer (Axis axis). There is abundance of dhundul or
passur (Xylocarpus granatum) and kankra (Bruguiera gymnorrhiza) though dis-
tribution is discontinuous. Among palms, Poresia coaractata, Myriostachya
wightiana and golpata (Nypa fruticans), and among grasses spear grass (Imperata
cylindrica) and khagra (Phragmites karka) are well distributed.

The Sundarbans provides a unique ecosystem and a rich wildlife habitat.
According to the 2011 tiger census, the Sundarbans have about 270 tigers.
Although previous rough estimates had suggested much higher figures close to 300,
the 2011 census provided the first ever scientific estimate of tigers from the area
(Thollesson and Norenburg 2003). Tiger attacks are frequent in the Sundarbans.
Between 0 and 50 people are killed each year. There is much more wildlife here
than just the endangered Royal Bengal tiger (Panthera tigris tigris). Most impor-
tantly, mangroves are a transition from the marine to freshwater and terrestrial
systems, and provide critical habitat for numerous species of small fish, crabs,
shrimps and other crustaceans that adapt to feed and shelter, and reproduce among
the tangled mass of roots, known as pneumatophores, which grow upward from the
anaerobic mud to get the supply of oxygen. Fishing cats, macaques, wild boars,
common grey mongooses, foxes, jungle cats, flying foxes, pangolins, and spotted
deer are also found in abundance in the Sundarbans.

A 1991 study has revealed that the Bangladeshi part of the Sundarbans supports
diverse biological resources including at least 150 species of commercially
important fish, 270 species of birds, 42 species of mammals, 35 reptiles and 8
amphibian species. This represents a significant proportion of the species present in
Bangladesh (i.e. about 30 % of the reptiles, 37 % the birds and 34 % of the
mammals) and includes a large number of species which are now extinct elsewhere
in the country (Thollesson and Norenburg 2003). Two amphibians, 14 reptiles, 25
aves and five mammals are endangered. The Sundarbans is an important wintering
area for migrant water birds and is an area suitable for watching and studying
avifauna (Thollesson and Norenburg 2003). Crustaceans include Crabs, Squilla,
Prawn and Shrimps. Varieties of crabs like the most commonly sighted Fiddler
crab, Red crab, Hermit crab, Tree crab, Mud crab are displayed in specimen jars.
Above all, one gets the rare opportunity to discover the two varieties of the
endangered living fossil Horse-shoe Crab, which are found in Sundarban.

The Sundarban National Park is a National Park, Tiger Reserve, and a Biosphere
Reserve in West Bengal, India. It is part of the Sundarbans on the Ganges Delta,
and adjacent to the Sundarbans Reserve Forest in Bangladesh. The delta is densely
covered by mangrove forests, and is one of the largest reserves for the Bengal tiger.
It is also home to a variety of bird, reptile and invertebrate species, including the
salt-water crocodile. The present Sundarbans National Park was declared as the
core area of Sundarbans Tiger Reserve in 1973 and a wildlife sanctuary in 1977. On
4 May 1984 it was declared a National Park.
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2 Molecular Identification of Species: DNA Barcoding
Approach

DNA barcoding is a new taxonomic tool for identifying biological specimens and
managing species diversity (Bhattacharjee et al. 2012; Chakraborty and Ghosh
2014; Trivedi et al. 2016a). Intraspecific variation in this sequence is an order of
magnitude less than that observed inter-specifically and this provides the means by
which species are differentiated. It is being used as a research tool for refining our
understanding of biological diversity, and as a system for assigning biological
samples to their species of origin. It is a really generalist identification method and
could be pivotal for the identification certain life stages (e.g. eggs, larvae, nymphs
or pupae), which are often impossible to identify otherwise.

There are 3 aspects of barcoding: taxon identification, species delimitation, and
phylogenetic placement. DNA barcoding is a technique in which species identifi-
cation is performed by using DNA sequences from a small fragment of the genome,
with the aim of contributing to a wide range of ecological and conservation studies
in which traditional taxonomic identification is not practical (Laskar et al. 2013;
Mahadani and Ghosh 2013; Dhar and Ghosh 2015). DNA barcoding is well
established in animals, but there is not yet any universally accepted barcode for
plants. DNA barcoding is based on the premise that a short standardized sequence
can distinguish individuals of a species because genetic variation between species
exceeds that within species (Hebert et al. 2003). The barcode sequence from each
unknown specimen is then compared with a library of reference barcode sequences
derived from individuals of known identity. A specimen is identified if its sequence
closely matches one in the barcode library. Otherwise, the new record can lead to a
novel barcode sequence for a given species (i.e. a new haplotype or geographical
variant), or it can suggest the existence of a newly encountered species.

3 DNA Barcoding of Nemertines

Despite of being the least controversial application, an increasing number of studies
question whether it is at all achievable and useful (Sundberg et al. 2010; Cameron
et al. 2006), many studies have already proven the power of DNA barcoding being
instrumental in identifying species (Bhattacharjee et al. 2012; Trivedi et al. 2014,
2015, 2016b, c¢; Chakraborty and Ghosh 2014; Laskar et al. 2013; Mahadani and
Ghosh 2013; Dhar and Ghosh 2015; Hebert et al. 2003). The Barcoding of Life
Database has a remarkable number of data entries and the content and is growing
daily. Nevertheless, data is mainly entered for taxonomically known groups, i.e. the
taxa where species are already well and reliably described and named. Organisms
having few understandable morphological characters are many times difficult both
to identify and to classify. Barcoding on the other hand be very useful and bene-
ficial for such groups (Chakraborty and Ghosh 2014; Laskar et al. 2013; Hebert
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et al. 2004; Hajibabaei et al. 2006), but they may, at the same time, be the most
difficult to study taxonomically.

In 2009 by a group of Scientist Sundeberg et al. sampled 62 different specimens
(Table 1) near shore on the Swedish west coast during 2006 and 2007, with DNA
vouchers deposited at The Swedish Museum of Natural History (Table 1).
Specimens were assigned to morphospecies based on original descriptions and
additional information (Sundberg et al. 2010).

The all-inclusive species identification was made through standard protocol of
DNA barcoding along with morphological analysis. The study confirms the status
of the Cerebratulus spp. Which is difficult to distinguish based on conventional
taxonomy due to morphological similarities or due to some uniqueness in color or
shape. The study confirmed that although there exist some difference in morphol-
ogy (Color or shape) but these may not corresponds to genetic variation. Thus they
disprove the hypothesis that external coloration and pigment patterns indicate valid
species and gave emphasis on the valid identification keys along with genetic data
for proper identification of species.

The meiofauna community in marine benthic ecosystems often has been and
remains overlooked because of taxonomic identification difficulties, and because
these species were thought by some to be cosmopolitan. However, meiofauna
constitute among the most diverse, species-rich, and abundant communities of
marine biocenoses; having completely different evolutionary histories in the same
habitat and in a relatively small population (Giere 2009). This can serve as an
invaluable model to identify generalities in macroecology and biogeography that
transcend phylogenetic constraints (Leasi and Norenburg 2014; Curini-Galletti
et al. 2012).

Precise estimation of species level diversity, in case of microscopic meiofaunal
(minute interstitial animals living in soil and aquatic sediments) nemerteans, is
always challenging. The soft body forms of these organisms often lack clear
diagnostic morphological traits. Moreover, morphological taxonomy of Nemertea is
pretty much complicated, as there is a scarcity of unambiguous character states. So,
this in turn compromise the identification process for most of the species (and
higher clades) because of their inadequacy and also for having some ambiguous
characters and character states. In this context, DNA taxonomy is an efficient
approach to uncover possible hidden cryptic species, to systematize taxa in definite
clades, and also to reveal possible biogeographic patterns of these species (Leasi
and Norenburg 2014).

A study to uncover actual diversity of meiofaunal nemerteans across different
sites in Central America examined some worms belonging to the genera
Cephalothrix, Ototyphlonemertes, and Tetrastemma in their sampling. This DNA
barcoding based faunistic and taxonomic investigation then revealed (i) the pres-
ence of several hidden cryptic species and (ii) numerous potential misidentifications
due to traditional taxonomy. The misidentification generally happened because of
(i) possible human mistakes, (ii) incorrect use of morphological traits, or (iii) un-
predictable presence of cryptic species. In addition to these, they also found some
more discrepancies with the traditional taxonomy suggesting for the recognized
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morphotypes. Therefore, nowadays DNA taxonomy is essential to estimate the
actual diversity of meiofaunal and other nemerteans (Leasi and Norenburg 2014).

4 Status of the Nemertines from Sunderban Marine
Bio-resource

The sequences obtained from the samples (Nemertines) was subjected to similarity
match approach on BOLD identification engine as well as Genbank with the
pre-existing database sequences and previously published records. But, the species
in the case study did not find any match both in GenBank and BOLD database
Table 2. Therefore those species can be considered as novel species and warrant for
the detailed study.

Similarly, in the Neighbour Joining Cluster the Nemertine collected from the
Sunderban (Nodes marked dotted) Clustered distinctly and separated from the
reported species as illustrated in the Fig. 3. The four specimens (SGNO1 i—SGNO1
iv) clustered as cohesive unit with strong bootstrap support (100 %) which signifies
that all those belong to same species, whereas the other two specimen SGNO3 and
SGNO4 clustered separately as two different unit. This confirms the presence of
three unreported noble species from the region.

Table 2 Confused species status of the studied Sunderban species based on similarity match with
the database

SI. | Sample | Supplied | BOLD-IDS Close match in Remarks
no. |ID specimen | Species level | Public record GenBank
barcode barcode (BFAS.TN_
records database similarity in %)
process ID process ID
1 SGN 01 | Nemertine |No match No match Cerebratulus Unidentified
i leucopsis (88)
2 SGN 01 | Nemertine |No match No match Cerebratulus Unidentified
ii leucopsis (88)
3 SGN 01 | Nemertine | No match No match Cerebratulus Unidentified
iii leucopsis (88)
4 SGN 01 | Nemertine | No match No match Cerebratulus Unidentified
iv leucopsis (88)
5 SGN 03 | Nemertine | No match No match Poseidonemertes Unidentified
R sp- (87)
6 SGN 04 | Nemertine | No match No match Lumbrineris erecta | Unidentified
R (82)

The developed sequences of the specimen had ‘no match’ in the Public Record Barcode Database of
BOLD-IDS as well as genbank
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100/ SGN 01 ii
SGN 01 iii
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Fig. 3 Neighbour-joining tree construction of the Nemertine species of Sundarbans area included
in the study. Black dots indicates the generated sequences from the specimens collected from
Sunderbans and the rest of the representative of the available species sequences reported so far

The result of this study established two facts indicating the feasibility of DNA
barcoding based on COI genes. It strongly proved the efficacy of the COI sequences
in identifying the species collected from the Sundarbans belonging to the rare and
primitive phylum of Nemertines. Also, it can provide some basic information for
phylogenetic analyses among the studied species giving some implication for
evolutionary relationship. DNA barcoding can be used to answer questions of
biodiversity assessment, conservation and estimation of sampling efficiency without
waiting for the slower process of taxonomy. In parallel, the process also provided a
taxonomic enterprise for those taxa that have often been neglected due to their
perceived taxonomic opacity. In a nutshell DNA barcoding may lead to species
discovery by flagging cryptic species, although more data than COI sequences are
necessary for describing a new species.
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Future Perspectives of DNA Barcoding
in Marine Zooplanktons and Invertebrates
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Abstract The World registry of marine species as of May, 2015 show 229,409
accepted species; of which 220,461 checked (96 %) 421,632 species names
including synonyms 527,721 taxon names. Therefore there was a desperate need for
developing new molecular method for clarifying obscurities in customary taxon-
omy. As most of the organisms in marine habitat are microscopic, sample size is
large, and most of all the sample preservation is a tricky and expertise requiring job,
marine taxonomic identification progress has been very slow. Therefore there was
an urgent need of “fast, simple, reliable and inexpensive” method for identification
of marine diversity and the answer came as a technique known as “DNA
Barcoding”. DNA barcoding has emerged as an ideal technique for taxonomic
identification of marine taxa, as morphological characters are less reliable and often
lead to cryptic species overlapping. Combining genomic study with DNA barcode
can be a very effective solution. With all the advantages and limitations there is a
strong implementation of DNA barcode on large scale barcode campaigns that will
provide enormous amount of data for proper marine taxonomy especially in marine
invertebrates.

Keywords DNA barcoding - Marine invertebrates - Biodiversity - Cytochrome
oxidase gene - Species identification

1 Introduction

Determination of species is an essential part of identifying and describing biodi-
versity. Conventionally, identification has been based on morphological analysis
provided by taxonomic studies. Nowadays interest in biodiversity has been
increased in the fields of ecology, evolutionary biology, agriculture and economics,
among others; it has become increasingly important to precisely identify species.
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However, the number of taxonomists and other identification experts has drastically
decreased. Therefore, for non-experts alternative and accurate identification are
required. One of the most promising approaches is, the use of molecular instead of
morphological data for identifying taxa, which has long been a fundamental idea of
many biologists (Busse et al. 1996; Blaxter 2003). Developments in DNA-
sequencing technologies have facilitated researchers studying biodiversity to con-
duct simple, cost—effective and rapid DNA analyses. This progress plays a large
role in the creation of DNA barcoding.

1.1 Marine Diversity

More than 70 % of our planet is covered by oceans that have higher biodiversity
compared to terrestrial or freshwater ecosystems. The massive marine ecosystem is
the habitat for a large number of flora and fauna, both macro and micro. It is
estimated around 167,817 known species (that is about 318,004 taxa, species to
phyla) are known s as per World Register of Marine Species (WoRMS) (Bouchet
2006). Still more than one million species are to be revealed. As a known fact 70 %
of the planet is occupied by Oceans, therefore it is a prime concern to develop new
technologies for the investigation of marine life and its vast biodiversity, with
especial reference to deep sea to allow unearthing of novel species (Grassle and
Maciolek 1992) and also to clarify the status of obscure once (Wong and Hanner
2008). In marine ecosystem, invertebrates living in or on the sediments known as
(infauna) (epifauna) respectively forma largest marine group.

The World registry of marine species as of May, 2015 show 229,409 accepted
species; of which 220,461 checked (96 %) 421,632 species names including syn-
onyms 527,721 taxon names (infraspecies to kingdoms). The marine species reg-
istry is raised by the European Register of Marine Species (EMRS) and it combines
with many new species indices and is sustained at the Flanders Marine Institute
(VLIZ). Instead of constructing different sections for different ventures and to be
sure that the taxonomy used by all is the same a combined database called ‘Aphia’
is developed and Marinespecies.org is the web interface for this database.

Marine invertebrates lack backbones from 80 % of species found on Earth and
often marked by additional support systems like shells, spicules and other
exoskeletons. In some invertebrate Phyla there is only one species while the others
such as Arthropods include approximately 83 % of all the described marine species
which is about 1 million. Marine invertebrates commonly include; sponges, marine
worms, mollusks, echinoderms, cnidarians, hemichordates and the arthropods.
Among which mollusks, arthropods and cnidarians are some of the biggest phyla.
Taxonomic data of marine invertebrates is determined by the size of taxonomic
community. For example Mollusks and crustaceans form major groups because of
the large population of malacologists and carcinologists, whereas polychaetes
because of large population and species diversity of macro benthic taxa require
through taxonomic study (Grassle and Maciolek 1992). As there are many
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difficulties for biodiversity evaluation and assessment of the new species on mor-
phological bases a new way has to be developed. There are many difficulties which
arise by the morphological diagnosis during identification of the species, especially
for sexually dimorphic species have different life stages (e.g. eggs or larva) and also
because of the large distribution of cryptic species (Knowlton 1993). Therefore
there was a desperate need for developing new molecular method for clarifying
obscurities in customary taxonomy. Thereafter many methods were developed,
such as RAPD (random amplified polymorphic DNA), PCR (Polymerase chain
reaction), DNA hybridization, RFLP (restriction fragment length polymorphism)
etc. (Wong and Hanner 2008). With all these methods having their advantages and
disadvantages there was a need of “fast, simple, reliable and inexpensive” method
for identification of marine diversity and the answer came as a technique known as
“DNA Barcoding”. A technique that relies on PCR amplification of fragments of
Cytochrome oxidase gene (COI). Initially it started with identification of PCR
primers for related organism and protocol for relevant taxonomic groups (e.g.
marine invertebrates) were searched from the available literature. After the PCR
was completed DNA sequencing was performed using BOLD and NCBI database
(Fig. 1).
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Fig. 1 The overall protocol for DNA barcoding
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2 DNA Barcoding in Marine Invertebrates

DNA barcoding is an ideal technique for taxonomic identification of marine taxa, as
morphological characters are less reliable and often lead to cryptic species over-
lapping. DNA barcoding translates expert taxonomic knowledge into a widely
accessible format, DNA sequences, allowing a much broader range of scientists to
identify specimens (Kerr et al. 2007). This technique of species identification is
based on detecting sequence diversity in a single standardized DNA fragment,
namely, mitochondrial Cytochrome ¢ Oxidase Subunit I (COI) (Hebert et al. 2003).
Examination of nucleotide sequence diversity of this gene allows the grouping of
unknown specimens with a prior defined taxonomic species (Monaghan et al. 2005;
Vogler and Monaghan 2006) based on the postulation that intraspecific genetic
divergence is lower than the interspecific one (Hebert et al. 2003; Meyer and Paulay
2005; Waugh 2007). This method has provided a high degree of taxonomic reso-
lution (>94 %) for most of the species examined across several animal groups
(Hebert et al. 2003; Clare et al. 2007; Waugh 2007).

Marine invertebrate’s represents 98 % of species on planet are organisms that
lack back bone is a vast group and has a prodigious influence on the marine
ecosystem and its biodiversity. The most common marine invertebrates are spon-
ges, cnidarians, marine worms, mollusks, arthropods, echinoderms, hemichordates
and a special group which is often neglected is represented by marine Diatoms and
Parasites. Some of the marine invertebrate phyla are being discussed below.

2.1 Zooplanktons

Zooplankton play important roles in marine ecosystems by linking primary pro-
ductivity to higher trophic levels and mediating the flux of carbon and other
chemical elements essential to life on earth (Harris et al. 2000). Recent evidence
suggests that zooplanktons are sensitive indicators of global climate changes
(Planque and Taylor 1998; Beaugrand 2009). DNA barcoding provides an alter-
native approach for identifying zooplankton at the species level, regardless of the
condition and life history stages of the samples (Bucklin et al. 2011). The main
focus of DNA barcoding in marine zooplanktons is on establishing taxonomic
morphological and ecological identification and generating its data base. The pro-
cess involves identification of various taxons by sequencing their DNA and the
verified sequences are submitted to Gene Bank. According to Boltovskoy et al.
(2002) at present approximately 7,000 species and 15 Phyla have been identified
and sequenced.
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2.2 Diatoms

Diatoms are unicellular photoautotrophic eukaryotes which are responsible for at
least 25 % of the global carbon dioxide fixation (Falkowski et al. 1998; Field et al.
1998; Mann 1999; Smetacek 1999). The diatoms are an enormous group, probably
containing c. 200,000 species (Mann and Droop 1996). They are also highly sig-
nificant ecologically, contributing c. 20 % of net global primary production (Mann
1999). They are an important part of benthic and planktonic biocoenoses and occur
nearly ubiquitously in limnic, marine, and terrestrial ecosystems as well as in
aerosols (Jahn et al. 2007). Therefore, diatoms are often used as bioindicators in
water monitoring assessments and ecological studies (Smetacek 1999; Stoermer and
Smol 1999). Applying the DNA barcoding concept to diatoms promises great
potential to resolve the problem of inaccurate species identification and thus
facilitate analyses of the biodiversity of environmental samples. In particular, the
use of DNA barcodes in diatoms can serve various purposes, such as
(1) DNA-based species characterization and (2) surveying the genetic diversity in
an environment of interest.

Recent, 114 diatom species have been identified which accounts for 99.5 % of
its taxonomic identification (Moniz and Kaczmarska 2010). Currently, the best
performing barcode markers for diatoms are as follows: (i) the 3’ end of the large
subunit of the rbcL (rbcL-3 P), (ii) a 540 bp fragment situated 417 bp downstream
of the start codon of the rbcL (540 bprbcL), (iii) the 5’ end of the mitochondrial
cytochrome coxidase I gene (COI-5 P), (iv) a partial sequence of the large ribo-
somal subunit (D1-D3 LSU, usually either D1-D2 or D2-D3), and (v) the V4
sub-region of the small ribosomal subunit (V4SSU) (Evans et al. 2007; Moniz and
Kaczmarska 2009, 2010; Hamsher et al. 2011; MacGillivary and Kaczmarska 2011;
Trobajo et al. 2011; Zimmermann et al. 2011; Luddington et al. 2012). The 5.8 S
gene combined with the second internal transcribed spacer is also a potential bar-
code marker for diatoms; however, even though this marker displayed sufficient
universality and good discrimination power when assessed using a dataset com-
prising a wide range of diatom taxa (MacGillivary and Kaczmarska 2011), it was
rejected in several studies due to substantial intraclonal diversity that hampered
alignment of even closely related lineages (Behnke et al. 2004; Trobajo et al. 2011).
The universal plastid amplicon, the entire sequence of the small ribosomal subunit,
and the entire sequence of the large subunit of rbcL are unsuitable for DNA
barcoding.

2.3 Sponges

Sponges (Phylum Porifera), are diverse, sessile, benthic metazoans, occurring in
marine, fresh-water and quasi-terrestrial ecosystems worldwide. In marine habitats,
from coral reefs to abyssal plains, sponges play important roles. It includes ~ 8,500
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valid species distributed world-wide in aquatic ecosystems ranging from ephemeral
fresh-water bodies to coastal environments and the deep-sea. From a taxonomic and
systematic point of view, Phylum Porifera is challenging because of the general
paucity of characters useful for taxonomic and phylogenetic inference among
sponges (Erpenbeck et al. 2006). Under the phylum Porifera approximately 9,000 to
15,000 species of sponges have been identified.

At present, this is the sole invertebrate phylum to be barcoded through a global
campaign (Sponge Barcoding Project (SBP), http://www.spongebarcoding.org),
Almost 8,000 taxa has been barcoded till date through SBP and World Porifera
Database (WPD), which includes the current and coming future modifications in
sponge taxonomic classification via DNA barcoding as reported by Morrow and
Cardenas (2015).

2.4 Cnidarians

The phylum which include, Classes like—Anthozoa (Corals and sea anemones),
Hydrozoa, Scyhozoa, Staurozoa (stalked jelly fish) are the organisms only found in
marine environment. They are valued for their major contribution formation of
Coral Reef ecosystem. As the COI for this phylum is very slow evolving therefore
they lack reliable and fast species identification and need some other COI fragment
than standard 5’ end (an example is <2 % interspecific divergence in scleractinian
corals) (Shearer and Coffroth 2008). 16S has emerged as an important marker for
the identification of Hydrozoans at species, population, genus and family level as
reported by Moura et al. (2008). These authors flagged challenging issues for
hydroid systematics: potential cryptic species, conspecificity (low divergence
between species) or cosmopolitan species consisting of species complexes.

2.5 Mollusks

They are regarded as the largest marine invertebrate groups with more than 50,000
species are mostly classified under Gastropods and bivalvia. Another important
class is Cephalopods. Some common Mollusks are represented by Oysters, snails,
Octopus, Squids etc. Marine gastropods when subjected to DNA barcoding test
resulted in the overlapping of intra and interspecific divergence there by leading to
large omissions in species identifications especially when taxon is not properly
sampled (Kemppainen et al. 2009). DNA barcode study conducted for planktonic
gastropods where in samples are collected from six different oceans gave highest
mean value of >3 % which represents genetic distances within the same species
(Jennings et al. 2010). This serves as a vital sign for conducting taxonomic revision
below species level as at the sub species level valid species can be identified.
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2.6 Arthropods

It represent the biggest phylum include Insects, Crustaceans and arachnids,
organisms of this phylum are characteristically having segments body. Out of the
198 species analyzed in two groups it was noted that level of nucleotide divergence
was 19 to 48 times more amongst congeneric species than individual species.
Therefore COI barcode has a very promising future for the taxonomic identification
of Arthropods. Most of the barcoding studies have been undertaken in one of the
largest phyla Crustacean which is popular for its species diversity morphologically
and ecologically especially in marine perspective. A huge number of taxonomic
identification of 150 species from 23 orders has been done by Costa et al. (2007).
They also emphasized on taxonomic revision of the phyla. The most recent
Crustaceans to be barcoded are Decapods, Somatopods and Peracarids which revels
a big percentage of singletons (i.e. Species represented by one specie) (Plaisance
et al. 2009). A regional approach for DNA barcoding of malacostraca crustaceans
was performed by Radulovici et al. (2009) revealing the existence of hostile
amphipod species Echinogammarus ischnus, cryptic specification reported by them
was merely 5 % which is assumed to be because of incomplete taxon sampling.

2.7 Echinoderms

The organisms under this phylum are known lack of head and their radial sym-
metry. Usually the exoskeleton is made of calcareous material. Almost 6,000
known species are present in the marine habitat. Over 191 species from five classes
were studied using DNA barcode for echinoderms, which included public data from
Gen Bank (70 %) (Ward et al. 2008). Established on surface intraspecific against
subterranean congeneric the variances was 97.9 % and specimens were assigned to
be known species. Others were from genus Amblypneustes. Only a few instances of
cryptic species were seen.

Species representing smaller groups, were also analyzed using DNA barcoding.
25 species were identified at morphological and molecular basis (via 18S, 16S 128,
COI) (Nielsen et al. 2009) though no new specie was revealed. Krabbe et al. (2010)
reported multiple cryptic mitochondrial lineages and geographical restrictions with
in small number of species. 18S gene is successfully amplified across majority of
taxa with 97 % taxonomic identification success in DNA barcoding process
(Bhadury et al. 2006). Although intraspecific variation is higher in other marine
groups, standard COI barcoding has emerged as a successful tool for taxonomic
identification for these small groups.
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2.8 Marine Parasites

Marine parasites which are usually not neglected in marine fauna play a vital role in
marine ecology. There has been a sincere attempt in recent days to undertake DNA
barcoding study for parasites of intertidal marine environment (group of trematode
species) (Leun et al. 2009).

3 Issues in Taxonomic Identification and Future
Directions of DNA Barcoding in Marine Invertebrates

In recent scenario primers have been developed for many taxa along with markers.
In case of slow mutant rate larger COI fragments being used for e.g. in sponges and
cnidarians (G. Singer, Pers. Comm.). Although our technological capabilities can
barcode the entre life present on the planet there are many hurdles to be overcome
especially in case of marine invertebrates as compared to terrestrial taxa. Reasons
are many but primarily, first are the use of formalin to preserve marine samples that
prevents DNA amplification. In contrast fresh samples should be stored in ethanol
which although is expensive and focused for some specific marine taxa. Secondly
there is a drastic decrease in the number of trained marine taxonomist. Collins and
Cruickshank (2013) addressed many problems like insufficient former identification
of the specimens, incorrect use of joining trees, erroneously inferring the barcoding
gap. Thereby consideration all the above issues a sincere effort is required by
trained personal in the field to make DNA barcoding as universal barcoding for all
the life forms on earth.

There is a broad range of DNA barcode studies being undertaken in near future as
only 48 % of marine species have been classified till date (Table 1). Special
emphasis is required for developing new methods of sampling from deep sea and
their preservation methods. Making laboratories on board will be an added advan-
tage for an early sampling and to prevent any DNA leakage there by resulting in
proper DNA amplification. There is certainly a possibility to develop a DNA
microarray (chips) for many marine species (Kochzius et al. 2008). Combining
genomic study with DNA barcode can be a very effective solution to many problems
occurring during DNA barcoding. Screening of cDNA can effectively reduce errors
due to misparing. With all the advantages and limitations there is a strong imple-
mentation of DNA barcode on large scale barcode campaigns that will provide
enormous amount of data for proper identifications and analysis in the near future.
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Table 1 Published research articles on DNA barcoding in various marine invertebrates using
PUBMED search http://www.ncbi.nlm.nih.gov/pubmed

Marine invertebrates Number of published researches from | Search criteria
species 2000-2015
Zooplanktons 3 DNA barcoding
in zooplanktons
Diatoms 20 DNA barcoding in diatoms
Sponges 20 DNA barcoding in sponges
Cnidarians 24 DNA barcoding
in cnidarians
Mollusks 62 DNA barcoding
in mollusks
Arthropods 429 DNA barcoding
in arthropods
Echinoderms 3 DNA barcoding
in echinoderms
Marine parasites 9 DNA barcoding in marine
parasites
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DNA Barcoding: Molecular Positioning
of Living Fossils (Horseshoe Crab)
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Abstract Living fossils are the important components of biodiversity. They rep-
resent the connection between the extinct and extant species. A living fossil is a
living species that appears to be similar to a species otherwise known only from
fossils, typically with no close living relatives and the extant species. The study of
primitive species gives an idea about the ancestors from which they diverged and
bring out many surprising facts which are unknown to the world. In a case study,
species belonging to the phylum Arthropoda, Brachiopoda and Molluscs were
collected from Sundarbans where Horshshoe Crab was the living fossils
(Carcinoscorpius rotundicauda). Lingula sp and some crab species were included
as the outgroup. To position this living fossil, DNA barcoding approach was
employed as per standard protocol. COI sequencing and subsequently nucleotide
analysis of all the species were done and also the molecular clock was constructed
to locate their position along with their divergence time in correspondence with the
other sequences of the allied taxa viz, Limulus polyphemus, Tachypleus gigas etc. It
is found that the Carcinoscorpius rotundicauda are more closely related to its allied
taxon Tachypleus gigas as compared to Limulus poluphemus and their divergence
period is calculated which is supposed to be the 550 million years ago. Thus, DNA
barcoding approach is a useful technique to properly identify species and to con-
struct phylogenetic relationship among the species and subsequent assessment of
the species divergence time.
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1 Introduction

1.1 Horseshoe Crab: The Living Fossils

A living fossil is a living species (or clade) of organism that appears to be similar to a
species, otherwise known only from fossils, typically with no close living relatives.
Normally the similarity is only by an imagined physical resemblance, between two
different species, one extinct, the other extant. Horseshoe crabs are marine chelicerates
belonging to the family Limulidae and order Xiphosura or Xiphosurida closely related
to arachnids (Masta et al. 2009; Sharma et al. 2015). There are four extant species
distributed across the coastal zones of the continental shelves in North America and
South East Asia (Kin and Blazejowski 2014). The American horseshoe crab Limulus
polyphemus Linnaeus has a distribution along the eastern coast of North America and
a genetically and geographically isolated population on the northern east coast of the
Yucatén Peninsula in Mexico (Dunlop et al. 2003; Faurby et al. 2010; Vasquez et al.
2015). The three remaining species Tachypleus gigas Milller, Tachypleus tridentatus
Leach, and Carcinoscorpius rotundicauda Latreille inhabit the shallow waters in the
Indo-Pacific. In this area two species, Tachypleus gigas and C. rotundicauda have a
largely overlapping distribution ranging from the Andaman Sea to the South China
Sea, but inhabit different habitats (Vasquez et al. 2015). While T. gigas lives in sandy
and shallow near-coast habitats, C. rotundicauda mostly inhabits estuaries and
mangroves. The third Asian species T. tridentatus lives in shallow coastal zones of
Southern China from Vietnam to Japan (Vasquez et al. 2015).

Horseshoe crabs have puzzled evolutionary biologists for centuries and are often
used as prime example for organisms that survived long time periods without any
significant changes in their anatomy, earning them the name of ‘living fossils’
(Carroll 1997) and ‘phylogenetic relicts’ (Crow and Dove 2000). In the fossil record
ancient horseshoe crabs are already known from the Ordovician period (Legg 2014;
Van Roy et al. 2010), and modern forms which are indistinguishable from recent
species appear during Upper Jurassic (Back et al. 2014; Briggs et al. 2005).
Horseshoe crabs, the closest living relatives of the trilobites (Obst et al. 2012), have
persisted for more than 200 million years (Nossa et al. 2014). It seems like these
forms maintained a static morphology for at least 150 million years (Schoenemann
and Clarkson 2013). This lack of morphological disparity over time is accompanied
by low levels of species diversity throughout the entire evolutionary history of
horseshoe crabs (Rehm et al. 2012). Even at the peak of their diversification during
Carboniferous period the group consisted of not more than a few dozens of doc-
umented species (Legg et al. 2012). Following the Permian—Triassic extinction the
diversity of the group was greatly reduced and left behind the only recent group of
horseshoe crabs, the Limulidae (Fig. 1).
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Limulus polyphemus Limulus darwini
(recent) (Late Jurassic)

Prosoma

10 mm

Telson

Fig. 1 Anatomy of recent Limulus polyphemus (left) and oldest known member of the genus
Limulus darwini (right) from Corbulomima horizon of unit III from Late Jurassic sedimentary
sequence (central Poland). (X), (Y) and (Z)—details emphasized, are most substantial morpho-
logical difference between both these forms. (cl)—cardiac lobe; (opr)—opisthosomal rim; (pa)—
posterior area (Kin and Blazejowski 2014)

The anatomical similarity among living horseshoe crabs has greatly impaired the
elucidation of the phylogenetic relationships among the recent lineages. Although a
wide range of non-morphological data has been studied to date (Silvestro et al.
2015), the only consensus reached so far is that the Atlantic species, L. polyphemus,
is a sister taxon to the three Indo-Pacific species. The phylogenetic relationship
among the three Indo-Pacific species, however, remains unresolved. Cladistic
approaches including fossil evidence resulted in low support for a relationship
between Tachypleus gigas with T. Tridentatus (Kin and Blazejowski 2014). In
contrast to this an amino acid analysis by Shishikura et al. (1982) (Srimal et al.
1985) suggested C. rotundicauda and T. tridentatus to be closely related, while C.
rotundicauda and T. Gigas were suggested as sister groups in an analysis of
mitochondrial and nuclear genes in the absence of any support measures (Xia
2000). Other approaches such as interspecific hybridization experiments
(Shishikura and Sekiguchi 1984), two-dimensional electrophoresis and analyses of
two mitochondrial genes (Avise and Bowen 1994) yielded unresolved genealogies
for the Asian species. Such an array of conflicting results has led some authors to
the conclusion that the three species constitute a phylogenetically unresolvable
trichotomy, resulting from a cladogenetic process in which all three Indo-Pacific
species formed within a short geological time (Avise and Bowen 1994).
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2 Molecular Identification of Horseshoe Crab

Identification of living fossils is very important especially in protection of their
biodiversity, their lineages and for diversifying their population. Horseshoe crabs
are economically important animals as their blood play a vital role in human
medicine, and therefore a large population of horseshoe crab is declined due to the
misuse of these animals. A large group of living fossils are getting extinct due to
their misapprehend morphology. To know their evolutionary history it is important
to identify them and to locate their position in the phylogenetic tree.

Mitochondrial DNA (mtDNA) (Sykes 1999) is the DNA located in mitochon-
dria, cellular organelles within eukaryotic cells that convert chemical energy from
food into a form that cells can use, adenosine triphosphate (ATP).
Mitochondrial DNA is only a small portion of the DNA in a eukaryotic cell; most of
the DNA can be found in the cell nucleus and, in plants, in the chloroplast.
The DNA sequence of mtDNA has been determined from a large number of
organisms and individuals (including some organisms that are extinct), and the
comparison of those DNA sequences represents a mainstay of phylogenetics, in that
it allows biologists to elucidate the evolutionary relationships among species. The
mitochondrial genome in eukaryotes encodes a total of 37 genes, 22 of which
encode transfer RNA (tRNA) molecules, two encode ribosomal RNA (rRNA)
molecules and the other 13 encode proteins involved primarily with the process of
oxidative respiration. Animal DNA barcodes, 600- to 800-base-pair segments of the
mitochondrial gene cytochrome oxidase I, have been proposed as a means to
quantify global biodiversity.

Although mtDNA has a long history of use at the species level, recent analyses
suggest that the use of a single gene, particularly mitochondrial, is unlikely to yield
data that are balanced, universally acceptable, or sufficient in taxonomic scope to
recognize many species lineages. Mitochondrial and nuclear genomes have dif-
ferent patterns of evolution and modes of inheritance, which can result in very
different assessments of biodiversity. The ramifications of choosing a particular
definition of species (species concept) need to be carefully considered because
current efforts have designated DNA barcodes as the universal species concept
without demonstrating its superiority over pre-existing concepts (Rubinoff 2006).

2.1 Cytochrome ¢ Oxidase Subunit 1

Cytochrome c oxidase I (COI) also known as mitochondrial encoded cytochrome ¢
oxidase I (MT-CO1) is a protein that in humans is encoded by the mt-CO1 gene. In
other eukaryotes, the gene is called COXI, or COI (Kosakyan et al. 2012)
Cytochrome c oxidase I is the main subunit of the cytochrome c oxidase complex.
Cytochrome ¢ oxidase subunit I (COI or MT-CO1) is one of three mitochondrial
DNA (mtDNA) encoded subunits (MT-CO1, MT-CO2, MT-CO3) of respiratory
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complex IV. Complex IV is the third and final enzyme of the electron transport
chain of mitochondrial oxidative phosphorylation (Garcia-Horsman et al. 1994).
The mitochondrial gene cytochrome ¢ oxidase I (COI) can serve as the core of a
global bio-identification system for animals.

There is no compelling a priori reason to focus analysis on a specific gene, but
the cytochrome c oxidase I gene (COI) does have two important advantages. First,
the universal primers for this gene are very robust, enabling recovery of its 5’ end
from representatives of most, if not all, animal phyla (Folmer et al. 1994; Zhang and
Hewitt 1997). Second, COI appears to possess a greater range of phylogenetic
signal than any other mitochondrial gene. In common with other protein coding
genes, its third-position nucleotides show a high incidence of base substitutions,
leading to a rate of molecular evolution that is about three times greater than that of
12S or 16S rDNA (Dick et al. 2009). In fact, the evolution of this gene is rapid
enough to allow the discrimination of not only closely allied species, but also
phylogeographic groups within a single species (Cox and Hebert 2001; Wares and
Cunningham 2001). Although COI may be matched by other mitochondrial genes
in resolving such cases of recent divergence, this gene is more likely to provide
deeper phylogenetic insights than alternatives such as cytochrome b (Simmons and
Weller 2001) because changes in its amino-acid sequence occur more slowly than
those in this, or any other, mitochondrial gene (Lynch and Jarrell 1993). As a result,
by examining amino acid substitutions, it may be possible to assign any uniden-
tified organism to a higher taxonomic group (e.g. phylum, order), before examining
nucleotide substitutions to determine its species identity.

DNA barcoding has recently emerged as a rapid method for species discovery
and biodiversity assessment (Hajibabaei et al. 2006; Borisenko et al. 2008; Stoeckle
and Hebert 2008). For animal taxa, the majority of these studies have used a short
section of mitochondrial DNA (mtDNA), namely the first ~ 650 bp of the 5’-end of
the cytochrome oxidase I gene (COI) (Hebert et al. 2003) (Fig. 2).

DNA barcoding is a new taxonomic tool for identifying biological specimens and
managing species diversity (Bhattacharjee et al. 2012; Chakraborty and Ghosh 2014;
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Trivedi et al. 2014, 2015, 2016a, b, c). Intraspecific variation in this sequence is an
order of magnitude less than that observed inter-specifically and this provides the
means by which species are differentiated. It is being used as a research tool for refining
our understanding of biological diversity, and as a system for assigning biological
samples to their species of origin. It is a really generalist identification method and
could be pivotal for the identification of certain life stages (e.g. eggs, larvae, nymphs or
pupae), which are often impossible to identify otherwise.

There are 3 aspects of barcoding: taxon identification, species delimitation, and
phylogenetic placement. DNA barcoding is a technique in which species identifi-
cation is performed by using DNA sequences from a small fragment of the genome,
with the aim of contributing to a wide range of ecological and conservation studies
in which traditional taxonomic identification is not practical (Laskar et al. 2013;
Mahadani and Ghosh 2013; Dhar and Ghosh 2015). DNA barcoding is well
established in animals, but there is not yet any universally accepted barcode for
plants. DNA barcoding is based on the premise that a short standardized sequence
can distinguish individuals of a species because genetic variation between species
exceeds that within species (Hebert et al. 2003). The barcode sequence from each
unknown specimen is then compared with a library of reference barcode sequences
derived from individuals of known identity. A specimen is identified if its sequence
closely matches one in the barcode library. Otherwise, the new record can lead to a
novel barcode sequence for a given species (i.e. a new haplotype or geographical
variant), or it can suggest the existence of a newly encountered species.

2.2 Current Phylogenetic Status of Horseshoe Crab

Kin and Blazejowski (2014), described a new horseshoe crab species, Limulus
darwini, from the uppermost Jurassic (ca. 148 Ma) near-shore sediments of the
Kcynia Formation, central Poland. The only extant species Limulus polyphemus
(Linnaeus) inhabits brackish-marine, shallow water environments of the east coast
of the United States. It was shown that there were no important morphological
differences between the Kcynia Formation specimens and extant juvenile repre-
sentatives of the genus Limulus. The palacoecological setting inhabited by the new
species and the trophic relationships of extant horseshoe crabs were discussed in an
attempt to determine the potential range of food items ingested by these Mesozoic
xiphosurans. They proposed the adoption of a new term stabilomorphism, this
being: an effect of a specific formula of adaptive strategy among organisms whose
taxonomic status does not exceed genus-level. A high effectiveness of adaptation
significantly reduces the need for differentiated phenotypic variants in response to
environmental changes and provides for long-term evolutionary success.

Obst et al. (2012), described Molecular phylogeny of extant horseshoe crabs
(Xiphosura, Limulidae) indicates Paleogene diversification of Asian species.
Horseshoe crabs are marine invertebrates well known for their exceptionally low
rates of diversification during their entire evolutionary history. Despite the low
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species diversity in the group, the phylogenetic relationships among the extant
species, especially among the three Asian species are still unresolved. They applied
a new set of molecular genetic data in combination with a wide geographic sam-
pling of the intra-specific diversity to reinvestigate the evolutionary history among
the four living limulid xiphosurans. Their analysis of the intraspecific diversity
revealed low levels of connectivity among Carcinoscorpius rotundicauda lineages,
which can be explained by the estuarine-bound ecology of this species. Moreover, a
clear genetic break across the Thai—-Malay Peninsula suggests the presence of
cryptic species in C. rotundicauda. The limulid phylogeny found strong support for
a monophyletic genus Tachypleus and a diversification of the three Asian species
during the Paleogene period, with speciation events well separated in time by
several million years. The tree topology suggested that the three Asian species
originated in central South East Asia from a marine stem group that inhabited the
shallow coastal waters between the Andaman Sea, Vietnam, and Borneo. In this
region C. rotundicauda probably separated from the Tachypleus stem group by
invading estuarine habitats, while Tachypleustridentatus most likely migrated
northeast along the Southern coast of China and towards Japan.

Staton et al. (1997) described Mitochondrial Gene Arrangement of the
Horseshoe Crab Limulus polyphemus. Numerous complete mitochondrial DNA
sequences had been determined for species within two arthropod groups, insects
and crustaceans, but there were none for a third, the chelicerates. Most mito-
chondrial gene arrangements reported for crustacean and insect species are identical
or nearly identical to that of Drosophila yakuba. Sequences across 36 of the gene
boundaries in the mitochondrial DNA (mtDNA) of a representative chelicerate,
Limulus polyphemus L., also revealed an arrangement like that of Drosophila
yakuba. Only the position of the tRNA Leu(UUR) gene differs; in Limulus it is
between the genes for tRNA Leu(CUN) and NDI. This positioning was also found
in onychophorans, molluscs, and annelids, but not in insects and crustaceans, and
indicates that tRNALeU(CUN)- tRNALeU(UUR)-NDw1 as the ancestral gene
arrangement for these groups, as suggested earlier. There were no differences in the
relative arrangements of protein-coding and ribosomal RNA genes between
Limulus and Drosophila, and none had been observed within arthropods. The high
degree of similarity of mitochondrial gene arrangements within arthropods was
striking, since some taxa last shared a common ancestor before the Cambrian, and
contrasts with the extensive mtDNA rearrangements occasionally observed within
some other metazoan phyla (e.g. molluscs and nematodes).

Saitou and Nei (1987) proposed a new method called the neighbor-joining
method is proposed for reconstructing phylogenetic trees from evolutionary dis-
tance data. The principle of this method is to find pairs of operational taxonomic
units (OTUs [=neighbors]) that minimize the total branch length at each stage of
clustering of OTUs starting with a star-like tree. The branch lengths as well as the
topology of a parsimonious tree can quickly be obtained by using this method.
Using computer simulation, we studied the efficiency of this method in obtaining
the correct unrooted tree in comparison with that of five other tree-making methods:
the unweighted pair group method of analysis, Far-r-is’s method, Sattath and
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Tversky’s method, Li’s method, and Tateno et al.’s modified Fan-is method. The
new, neighbor-joining method and Sattath and Tversky’s method are shown to be
generally better than the other methods.

3 Molecular Identification of Indian Horseshoe Crab

Occurrence: The Indian Horseshoe crab is naturally occurring in the Sundarbans
Delta of the Bengal region comprising Bangladesh and Eastern India. It is the
largest single block of tidal halophytic mangrove forest in the world. The
Sundarbans covers approximately 10,000 km? (3900 m?) of which 60 % is in
Bangladesh with the remainder in India (Manna et al. 2010). The Indian
Sundarbans Delta (ISD) is part of the delta of the Ganga-Brahmaputra-Meghna
(GBM) basin in Asia. The Sundarbans, shared between India and Bangladesh is
home to one of the largest mangrove forest in the world. It also supports diverse
biological resources including fish, birds, mammals, and amphibian species.
Crustaceans include Crabs, Squilla, Prawn and Shrimps. Varieties of crabs like the
most commonly sighted Fiddler crab, Red crab, Hermit crab, Tree crab, Mud crab
are displayed in specimen jars. Above all, one gets the rare opportunity to discover
the two varieties of the endangered living fossil Horseshoe Crab, which are found in
Sundarban.

4 DNA Barcoding Approach for Species Identification,
a Case Study

The comprehensive species identification was made through standard protocol of
DNA barcoding. The different samples of Horseshoe crab were collected in dif-
ferent periods and vouchered in the museum. The tissue from the collected speci-
men were collected aseptically and further processed for DNA extraction following
Standard protocol. It was then subjected to amplification of CO1 fragment “barcode
segment” followed by DNA sequencing. In this study we amplified Barcode seg-
ment using published primers of Folmer et al. (1994).

The PCR reaction was set with an initial denaturation temperature of 94 °C host
start for 3 min and subsequently, 94 °C for 1 min denaturation, 54 °C for 45 s for
annealing and, 72 °C for 45 s for extension primer annealing for 30 cycles followed
by 72 °C for 10 min for final extension using gradient thermal cycler. All the
fragments were then sequenced bi-directionally using Automated DNA sequencing
technology.
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4.1 Outgroup

Lingula is a genus of brachiopods within the class Lingulata. Lingula is known to
have existed possibly since the Cretaceous or at least the Tertiary. Like its relatives,
it has two unadorned phosphatic valves and a long fleshy stalk. Lingula lives in
burrows in barren sandy coastal seafloor and feeds by filtering detritus from the
water. It can be detected by a short row of three openings through which it takes in
water (sides) and expels it again (middle). Lingula has long been considered as an
example of a living fossil; in fact, the perceived longevity of this genus led Darwin
to coin this concept. This status is based on the shape of the shell only, and it has
been shown that this shape corresponds to a burrowing lifestyle, occurring in
different brachiopod lineages, with different and evolving internal structures
(Komiya et al. 1980) (Fig. 3).

Lingula is considered a “living-fossil” based on its supposed lengthy morpho-
logical conservatism owing to its absence of evolution, and its remarkable survival
for more than 550 million years. This conclusion is based on the typical apparently
unchanged “linguliform” shape of the shell (Freeman 1999). Over 12,000 fossil
species are recognized, (Manna et al. 2010) grouped into over 5000 genera. While
the largest modern brachiopods are 100 mm (3.9 in) long (Freeman 1999) a few
fossils measure up to 200 mm (7.9 in) wide (Freeman 1999). The earliest confirmed
brachiopods have been found in the early Cambrian, inarticulate forms appearing
first, followed soon after by articulate forms (Folmer et al. 1994). Three unmin-
eralized species have also been found in the Cambrian, and apparently represent
two distinct groups that evolved from mineralized ancestors (Freeman 1999).

Fig. 3 Lingula sp. with its
fossil evidence (http://www.
geojeff.org/course-materials/
historical-geology-lab/lab-6-
fossils/brachiopoda/)
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4.2 Species Identification Through Similarity Match
Approach

In this study we sequenced both the Horseshoe crabs found in Indian sub-continent
as well as some other available crustacean and molluscs as OTU or out groups. All
the sequence data of the barcode region was subjected to similarity match with the
global database. The sequence similarity search for species identification was done
in two public databases, viz., BOLD and GenBank. The highest percent pair wise
identity for each sequence blasted at NCBI was compared with the percent simi-
larity scores of the same sequence within the BOLD-IDS (BOLD Identification
System). The query species that matched either with the same or different species in
the databases has been termed as ‘specific’ or ‘non-specific’ respectively. The
similarity range of 97-100, 92-96 and <91 % between the query and the database
sequence have been expressed as significant, moderate and insignificant respec-
tively. Table 1 shows the similarity match of these sequences to those of the
sequences submitted in GenBank and BOLD databases.

4.3 Identification of Species: Kimura 2-Parameter (K2P)
Distance and Neighbour-Joining (NJ) Tree

The calculations of congeneric (between species) and conspecific (within species)
genetic distance and Neighbour Joining (NJ) tree construction were done using the
computer program MEGA V6.0 (Tamura et al. 2013), selecting the Kimura
2-parameter (K2P) (Kimura 1980) model for phylogenetic reconstruction.
Maximum conspecific and minimum congeneric divergences have been determined
considering the genetic distance data. A threshold of species boundary or barcode
gap was considered by taking the difference of minimum congeneric K2P distance
with the maximum conspecific distances (Fig. 4). This threshold was able to dis-
tinguish the entire studied specimen. The maximum K2P distance of individuals
within species was calculated to be 0.1550100948. The minimum K2P distance of
individuals between species was estimated to be 0.200.

The maximum conspecific divergence (0.1550100948, blue line) and the mini-
mum congeneric divergence (0.200, red line) represent the threshold le