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ABSTRAK

Udang genus M. rosenbergii, Bate 1868 (Palaemonidae) adalah kumpulan pelbagai jenis krustasea decopod yang
didapati di kawasan tropika, laut, estuari dan air tawar. Pada masa ini, stok liar telah digunakan untuk ternakan
pengeluaran benih di kebanyakan tempat di Malaysia. Walau bagaimanapun, pengambilan stok liar secara berterusan
akan mengakibatkan kepupusan dan kehilangan kepelbagaian genetik. Oleh itu adalah penting bagi seseorang
mempunyai hepekaan terhadap maklumat genetik untuk tujuan pemuliharaan dan pembiakan. Kajian ini
menggunakan teknik RAMS untuk menghasilkan penanda lokus mikrosatelit tunggal. Sebanyak 13 kawasan
mikrosatelit telah dikesan. Hasil kajian menujukkan kejayaan menggunakan teknik ini untuk memperoleh mikrosatelit
dalam M. rosenbergii. Kajian ini akan diteruskan untuk mencari klon yang mengandungi mikrosatelit dan mereka
bentuk primer bagi setiap kawasan mikrosatelil. Jujukannya adalah sama dengan dua spesies lain iaitu than zebra
dan Perna viridis. Kewujudan persamaan pada kedua-dua spesies (ikan Zebra dan Perna viridis) akan digunakan
sebagai ‘model’ bagi M. rosenbergii untuk masa hadapan.

ABSTRACT

Prawns of the genus Macrobrachium Bate, 1868 (Crustacea: Palaemonidae) are a highly diverse group of decopod
erustaceans found in circumtropical marine-, estuarine- and freshwaters. At present, wild stocks have been used to
cultivate commercial cultures in many areas in Malaysia. Such repeated harvesting from wild stocks, however, will
eventually lead to extinction and loss of genetic diversity. Therefore, it is important to know the genetic make up of these
wild stocks in order to manage the populations for conservation and breeding purposes. In the present study, a novel
method known as Random Amplified Microsatellites (RAMS) was used to develop single locus microsatellite markers. A
total of 13 microsatellite regions were detected. The findings of this study showed a successful detection of the microsatellite
sequences in M. rosenbergii using RAMS. This study will be continued to identify more clones that contain microsatellite
sequences and lo design the forward and reverse primers for each microsatelite region. M. rosenbergii sequences were
homologous with Danio rerio (Zebra fish) and Perna viridis (green lipped mussel).

INTRODUCTION
Macrobrachium rosenbergii, the giant freshwater
prawn (Family: Palaemonoidea, subfamily:
Palaemoninae) is a component of the
biodiversity in Malaysia’s diverse water
ecosystems. It inhabits tropical and subtropical
zones of the world, in lakes, rivers, swamps,

irrigation ditches, canals and ponds, as well as
in estuarine areas. Most species require
brackish water in the initial stages of their life
cycle, and a minority complete their life cycle
in inland saline and freshwater lakes. Their
numbers in these natural habitats has been
declining due to overexploitation and habitat
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alterations. At present, wild stocks have been
used to cultivate commercial cultures in many
areas in Malaysia. Repeated harvesting from
the wild stocks will lead to extinction and
eventually loss of genetic diversity. To save this
important bio-resource, effective conservation
and propagation-assisted rehabilitation
strategies are necessary. However, this may not
be feasible unless data is available for
M. rosenbergii on stock structure and genetic
variation throughout its distribution range.
The identification of polymorphic markers
with consistent scorable alleles is a crucial step
to generate population genetics data. A study
conducted by Yuzine et al (1996 using isozymes
as genetic markers) revealed that M. rosenbergii
from Rompin River, Linggi River and the
Hatchery Unit at Universiti Putra Malaysia
have low genetic variability when compared to
P. merguiensis. The low genetic variability
showed that these populations constitute
species that need to be further investigated by
using DNA markers. A recent study using the
mitochondrial 16S ribosomal RNA gene
placed Malaysian M. rosenbergii into the
western ‘form’ along with those from
Thailand, Java and Vietnam. (Mather and de
Bruyn 2003). This information has
implications for both the aquaculture industry
and the conservation of wild stocks.
Population genetic markers including
allozymes, mitochondrial DNA and
microsatellites can be the markers of choice
for addressing issues such as genetic variability,
inbreeding, parentage assignments, species
and strain identification and for the
construction of high resolution genetic linkage
maps for aquaculture species. Thus for this
study, microsatellites was the marker of choice.
The great popularity of microsatellite markers
is mainly due to their presence in all
prokaryotic and eukaryotic genomes, and
their codominant, highly polymorphic and
easy to score characteristics. These
characteristics make them more informative
than dominant markers such as RAPD, AFLP,
and others. Microsatellites were used to
estimate relative levels of genetic divergence
within and among populations. Microsatellites

can also identify genetically distinct
populations, which contribute to conservation
efforts. To date, only six microsatellite loci
have been developed for the eastern form of
M. rosenbergii and they failed to show any
polymorphism in the western form of M.
rosenbergii. These six loci exhibited null alleles
in the western form. (Mather, pers. comm.).
Thus itwill be a breakthrough in the molecular
genetics of M. rosenbergii, if steps are taken to
develop microsatellite markers by isolating
microsatellite regions and developing single
locus microsatellite markers for this species.
At present, awell developed protocol for single
locus microsatellite identification has been
developed for Perna vinidis (Teh et al. 2002).
Single locus microsatellites are highly repeated
DNA sequences that have been markers of
choice in resolving genetic variability in low
variability populations, genome mapping,
parentage, kinship assignments and stock
structures. In this study, we have attempted to
develop microsatellite loci for M. rosenbergii.

MATERIALS AND METHODS
Prawns were collected from the wild stocks
from Muda River (Kedah), Perak River (Perak)
and Rompin River (Pahang). The samples
were kept on ice for transportation and stored
at -80°C for the study. Identification of the
prawns collected was based on the taxonomic
identification keys provided by New (2002).
DNA was extracted from the muscle tissues by
the protocol of Winnepenninckx et al. (1993).
The microsatellite isolation technique
followed the procedure of Teh et al. (2003).
This involved the creation of an enriched
genomic library based on the 5’ anchored PCR
technique. Degenerate primers were used for
PCR and the DNA bands generated from each
of the primers were ligated into the TOPO TA
cloning vector (Invitrogen, USA). Vectors with
inserts were then transformed into
competent’E. coli cells. The transformed cells
were then plated onto LB agar, and
subsequently selection for white colonies were
made after incubation at 37°C. Plasmid DNAs
were extracted from positive clones, using the
protocol of Sambrook et al. (1989) before
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sequencing on an ABI PRISM 377 DNA
sequencer.

Analysis of nucleotide sequences was
carried out with BLAST-N program. This
program was used to identify similarities of
nucleotide sequences obtained with those of
published sequences of other closely related
species and to determine the significance of
these sequences.

RESULTS AND DISCUSSION

A total of 16 degenerate RAMS primers were
screened to check for amplification. All
showed amplification. However, PCR
optimization was done for some of these
primers. A single degenerate primer
containing (CAG); microsatellite repeat motifs
was used to detect the presence of
microsatellite sequences. The primer
sequence of Bp 11 (5° -to 3') is
(K)3(YH),Y(CAG)s, K= G/T, V= G/C/A, Y=T,
H=A,C or T. The size of the amplified bands
ranged from 200bp to 1000bp (Figure 1).

|7

Figure 1: Banding pattern observed in one of the
individuals in M. rosenbergii using
RAMS primer, Bp11. Lane M: 100 bp marker,
Lane 1: Bpl1 primer bands

The whole PCR product of primer Bp-11
was cloned and almost 200 clones with an
average insert size of 200 bp were isolated. A

total of 12 positive clones were sequenced.
Eight of the clones contained perfect CAG
repeats and cryptic simple (GG)n(GGG)n
repeats while the rest of the clones had no
inserts (Table 1). These results suggest that the
(CAG)n repeats are abundant in the genome
of M. rosenbergii.

Nineteen cryptic simple regions were
detected in the eight clones. Cryptic simple
regions were found preferentially in the non-
coding regions of the genomes but they are
also found in the coding regions (Goldstein
1999). According to Tautz et al. (1986),
microsatellites probably arose from cryptic
simple regions. On the other hand,
microsatellites may have undergone mutations
to become regions of cryptic simplicity.

Random Amplified Microsatellites
(RAMS) is proven to be an efficient starting
point for developing single locus microsatellite
markers in M. rosenbergii. This technique has
been used to characterize species such as
Gremmeniella abietina ( Hantula ef al. 1996);
Pinus radiata (Fisher et al. 1998); Vigna radiata
( Kumar et al. 2002) and blue mussel, Mytilus
edulis (Presa et al. 2002). RAMS markers have
provided useful information about population
structures of these species. The findings of our
study showed the success of using this method
as a starting point for detecting microsatellite
sequences in M. rosenbergii. The microsatellite
sequences that we have obtained will be used
to design primers based on the unique
sequences flanking each microsatellite region.
These primer pairs will then be tested for their
abilities to amplify single locus microsatellite
markers in M. rosenbergii. The development of
polymorphic microsatellite loci will be useful
in rebuilding wild stock populations,
contributing significantly to environmental
conservation and it will serve to provide
valuable information for broodstock
management of M. rosenbergii.

Blast analysis was performed to identify
homology sequences between M. rosenbergii
with its closely related species. The list of
sequences between M. rosenbergii and other
species are shown in Table 2. The analysis
showed that the majority of the homologous

PERTANIEA J. TROP. AGRIC, SCI. VOL. 28 NO. 2 (2005) 89
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TABLE 1
Microsatellite loci isolated from Macrobrachium rosenbergii using Bp-11 RAMS clone
and their GenBank accession numbers

Clone Type of repeat units
Perfect Imperfect Compound GenBank Accession

SUGbp11-1 (CAG),, (TC),, (GCT),, (TAG), (GG),(GGG), 5 AY841999

SUGbpll-2  (CAG), (AG),,(GG),(GGG), = AY842000

SUGbpll-3  (CAG),,(TGC), (GG),(GGG),(GG), ik AYB42001

SUGbpll4  (CAG), (CA),(CA), s AYB42002

SUGbpll-5  (CAG),, (TGC), (GG),(GGG), & AY842003

SUGbp11-6 (CAG),, (TGC), (GG), (GGG),(GG), = AY842004

SUGbpl1-7  (CAG), (GG),(GGG), Az AYB42005

SUGbpl1-34 (CAG), (GG),(GGG), > AYB42006

TABLE 2
Nucelotide sequence comparisons of the five clones of M. rosenbergii with other species

Organism Sequences No. of Homology
nucleotides (%)

Clone SUGbpl1-1 8 cagcagcagcagcaggaagagcaggagceagtagtagtag 46

Cepaea nemoralis PEEERRRERERREeE 0 beeer PR eeerenntetl 39 89

microsatellite 343 cagcagcagcagcagcagcageagcageagtagtagtag 30

Cnel sequence

(AF139019)

Clone SUBbpll-1 9 agcagcagcagceaggaagagcaggageagtagtagtag 46

Fonscochlea L e RN N RN RN RN

accepta clone 130 agcagcagcagcagcagcageagceageagtagtagtag 167

Sn49 microsatellite 39 87

sequence.

(AY805231)

SUGbp11-2 2 tttcagcagcagcageagaa 21 20 100

Zebrafish DNA TIEERERRRRERRRELTLnd

sequence from 16074  tticagcagcagcagcagaa 160934

clone CH211-

11P18 in linkage

group 22,complete

sequence,

(AL8B45526)

SUGbp11-2

Zebrafish DNA 4 tcagcagcagcageagaagnagtaget 30 27 97

sequence from PEREERRRRRRRLRRR ey 0r 1t

clone DKEY-4P13 183686 tcagcagcagcagcagaagcageaget 183712

in linkage group 2,

(BX255907)

90 PERTANIEA J. TROP. AGRIC. SCIL VOL. 28 NO. 2 (2005)
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Table 2 Cont'd

Organism

Sequences

No. of
nucleotides

Homology

(%)

SUGbp11-2

Danio rerio zgc:56721,
mRNA (cDNA clone
MGC:56721 IMAGE:
2601288), complete
cds. (BC044205

1694

titcagcagcagcagcagaa 21

PEEELEREEERER et

tttcagcagcageageagaa 16752

20

100

SUGbp11-2

Danio rerio zgc:56721
(zgc:56721), mRNA.
(NM_213521)

1694

tticagcagcagceagcagaa 21

FEETRRRRRRE R rrinl

tttcagcageagcageagaa 167

20

100

SUGbp11-2
Argopecten irradians
clone ScaE_6721
microsatellite
sequence. (AY485259)

398

tttcagcagcagcageagaa 21

TR

tttcagcagceagcageagaa 417

20

100

SUGbp11-2
Argopecten irradians
clone ScakE_1153
microsatellite
sequence. (AY496639)

361

tttcagcagcagcageagaa 21

tttcagcagceagceagcagaa 380

20

100

SUGbp11-2
Zebrafish DNA
sequence from clone
BUSMI-101L20 in
linkage group
2AL591481)

70639

cagcagcagcagcagaagnagtagct 30
FERRRRRRRRrrnee b reeennd

cagcagcagcagcagcageagtaget 70664

26

92

SUGbpl11-5

Perna viridis
microsatellite PV1
sequence. (AY190018)

143

24

geetgetgetgetgetgatata 164

R RER RN AN R AR
cctgetgetgetgetgatata 3

22

100

SUGbp11-5

Zebrafish DNA
sequence from clone
DEEY-4P13 in linkage
group 2, complete
sequence. (BX255907)

183686

tcagcagcagcagceagaageagtaget 34
FEECRRERERREET R bl

tcagcagcagcagcagaagceageaget 183712

96

SUGbp11-5

Zebrafish DNA sequence

9

from clone BUSM1-101L20 70639

in linkage group 2
(AL591481)

cageagcagcag

cagaagcagtagct 34
PLERERRERRRRERE Feereeretet

cagcagcagcagcageageagtaget 70664

26

96

PERTANIKA . TROP. AGRIC. SCI. VOL. 28 NO. 2 (2005)
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Table 2 Cont'd

Organism

Sequences

No. of Homology
nucleotides (%)

SUGbp11-6 144
Zebrafish DNA
sequence from clone
CH211-245M19 in
linkage group 5,
complete sequence.
(CR385090)

124120

glitcgeetgelgetgetgetgaaataa 171
FEEE PEEEREEERER e
gtitggectgetgetgetgetgaaataa 124147

SUGbp11-6 151
Zebrafish DNA sequence
from clone CH211-
137C4 in linkage group 8,
complete sequence.
(BX248231)

50048

ctgetgetgetgetgaaataacca 174 24 96
TCEREREEREEE s vered
ctgetgetgetgetgaaacaacca 50071

SUGbpl1-6 149
Zebrafish DNA
sequence from clone
DKEY-32D10 in linkage
group 5, complete
sequence.(BX469907)

128335

geetgetgetgetgetgaa 167 19 100
PEELEEERREREEen
gectgetgetgetgelgaa 128353

SUGbpl1-6 151
Perna viridis

microsatellite PV3 24
sequence. (AY190020)

ctgetgetgetgetgaaataac 172 22 100
RN RRRN NN AN

clgclgetgetgetgaaataac 3

SUGbpl11-6 149
Perna viridis

microsatellite PV1 24
sequence.

ACCESSION AY190018

geetgetgetgetgetgaaataac 172 24 96
PERLERRRERRRREREEL T
geetgetgetgetgetgatataac 1

SUGbpl11-34

Blast analysis is the same
with SUGbp11-6 to the
similar organism and
same homologous
sequences

sequences were identified with Danio rerio or
commonly known as zebra fish and Perna
viridis, or green lipped muscle.

The presence of homologous sequence
with zebra fish is a a very important focal point
in understanding M. rosenbergii genome. Zebra
fish is an important model system for cell fate
decisions and pattern formation and for
assembling molecular components of
responsible pathways (Fishman 1999). By

identifying more sequences from M. rosenbergii
and with the understanding on the possible

relationship that might exist between zebra
fish and M. rosenbergii, the role of M. rosenbergii
genes from zebra fish mutations and
identification of zebra fish models for
candidate genes could be established. The
synthetic relationship between zebra fish and
human genome is well documented by
Barbazuk et al. (2000), and shows that similar

92 PERTANIEA ]. TROP. AGRIC. SCI. VOL. 28 NO. 2 (2005)



SINGLE LOCUS MICROSATELLITE DEVELOPMENT FOR M. ROSENBERGII

work can be carried out with M. rosenbergii.
However, there is a possibility that the expected
relationship might not exist between these two
species as Zebra fish is a vertebrate and M.
rosenbergii is an invertebrate. However, Ohno
(1970) proposed that without duplicated
genes the creation of metazoans, vertebrates
and mammals from unicellular organisms
would have been impossible. Ohno (1970) was
not the first to suggest that genome wide
redundancy could lead to new evolutionary
opportunities,

Intragenome similarities through
phylogeny and synteny data suggest that the
common ancestor of zebra fish and puffer fish,
a fish that gave rise to 22,000 species
experienced a large scale gene duplication
event and puffer fish has lost many duplicates
that the zebra fish has retained (Taylor et al.
2003). Similar possible relationship could exist
between Zebra fish and M. rosenbergii because
ancestor of these two species (zebra fish and
puffer fish) experienced a genome duplication
event lends support to the idea that genome
duplication and speciation might be casually
linked (Amores et al. 1998). Sequence level
studies on M. rosenbergii will help to answer
possible evolutionary lineages in the
development of an organism.

The homologous sequences that existed
between two families, Palaemonidae and
Mytiloidea, was very interesting due to the fact
that similar studies on marine turtles
indicated conservation of flanking sequences
spanning approximately 300 million years of
divergent evolution (FitzSimmons et al. 1995).
Few primers that were obtained from Teh et
al. (unpublished) showed positive
amplification in M. rosenbergii. Some of the
primers showed polymorphic banding
patterns (Bhassu et al. unpublished data).

CONCLUSION
This study will be continued to test the
hypothesis that microsatellite loci have great
potential for broader applications such as
comparative gene mapping and assessing
genetic population structures within species.
The use of microsatellite loci across species

depends on the conservation of priming sites
within flanking sequences, which enables
amplification and maintenance of repeat
arrays long enough to promote polymorphism
(Weber 1990). In this study, the use of RAMS
primer Bpl1 was designed to amplify (CAG)n
repeats which are trinucleotide regions that
are more conserved than the dinucleotide
regions because they are found in the coding
region (Young et al. 2000) This could explain
the possible existence of conservation of these
sequences between species such as Zebra fish
and Perna viridis and possibly other species.
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ABSTRAK

Kulat Trichoderma harzianum (pencilan FA 1132) telah mempamerkan potensi sebagai agen kawalan biologi
terhadap patogen kelapa sawit, Ganoderma boninense. Kulat ini kini sedang dihasilkan pada skala besar sebagai
kompos-Trichoderma untuk ujian di lapangan. Kajian ini telah memencilkan bakteria daripada kompos tersebut
dan juga daripada rizosfera kelapa sawit. Kesemua bakteria pencilan disaring untuk tindak balas antagonis terhadap
G. boninense, selepas itu stren-stren terpilih akan diuji untuk keserasian dengan FA 1132. Empat daripada
enam spesies bakteria yang dipencilkan telah menunjukkan aktiviti fungistatik terhadap G. boninense.
Corynebacterium urealyticum memberi peratus perencatan radius pertumbuhan (PIRG) paling tinggi pada
86.6 %, tetapi stren ini menunjukhan ketidakserasian dengan FA1132. Kecuali C. urealyticum, kesemua pencilan
bakteria menunjukkan keserasian dengan FA 1132. Kajian ini merumuskan Chromobacterium violaceum dan
Burkholderia cepacia masing-masing mungkin mempunyai keupayaan untuk bertindak terus sebagai inokulan
tersendiri untuk merencatkan pertumbuhan G. boninese di samping juga mempunyai potensi digunakan sebagai
ko-inokulan di dalam konsortium bersama . harzianum FA 1132, untuk peningkatan keberkesanan di dalam
sesuatu formulasi agen kawalan biologi.

ABSTRACT

The fungus Trichoderma harzianum (isolate FA 1132) has shown potential as a biological control agent of the oil
palm pathogen, Ganoderma boninense. It is currently being produced on a large scale as Trichoderma-infused
compost for field trials. This study isolated bacteria from such a compost as well as from oil palm rhizospheres. They were
screened for antagonistic reactions towards G. boninense afier which the selected strains were tested for compatibility
with FA 1132. Four out of six species of bacteria showed fungistatic activity towards G, boninense. Corynebacterium
urealyticum gave the highest percentage inhibition of radial growth (PIRG) at 86.6 %, but was incompatible with FA
1132. Except for C. urealyticum, all the other isolates showed compatiblily with FA 1132. This study deduced that
Chromobacterium violaceum and Burkholderia cepacia may have the capacity to act as individual inoculants
to inhibit the growth of G. boninense, as well as have the potential to be used as co-inoculants in consortium
with T. harzianum FA 1132, for enhanced performance in a biological control formulation.

INTRODUCTION strain of 7. harzianumand T. virens, that showed

Ganoderma boninense (Pat.) is a fungal pathogen
which causes basal stem rot (BSR) of oil palms.
Chemical treatments carried out on a trial basis
on infected palms showed somewhat limited
success (MPOB 2003) and the disease still
persists in regions where the palms are grown.
Ilias and Abdullah (1998) conducted an in vitro
screening of soilborne fungi and found one

promise as biocontrol agents of G. boninense.
Repeated greenhouse trials using 7. harzianum
(isolate FA 1132) as a potential biocontrol
agent of BSR confirmed the efficacy of this
strain (Ilias 2000; Abdullah et al. 2003;
Nagappan 2005; Sundram 2005).

Strains of bacteria also do behave as
biocontrol agents. Among others, Bacillus
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subtilis have been investigated for the
biocontrol of Cercospora leaf spot in sugar
beet (Collins and Jacobsen 2003); against the
pathogenic Fusarium oxysporum (Knox et al.
2000) and against crown rot of tomato in the
field (Nemec et al. 1996). Although some
bacteria are used individually as biocontrol
agents, many others are used as synergistic co-
inoculants in a biocontrol system (Bennet et
al. 2003; De Jensen et al. 2002; Knox et al.
2000). Many bacteria-based biocontrol
products are already commercialized; among
them is Deny® which has Burkholderia cepacia
in its basic formula and is used against the
fungal pathogens Fusarium, Pythium and
Rhizoctonia. Burkholderia cepaciais again found
in Leone®, which is used against Botrytis and
Phytophthora diseases of potatoes as well as
Septoriaon wheat (Driesche and Bellows 1996;
Fravel et al. 1998; McPartland et al. 2000;
Khetan 2001). Products that contain
Trichoderma as well have been formulated for
commercial purposes. An example is
Trichodex™, which contains T. harzianum as
the active ingredient, is used against post
harvest rot of apple. Another product, Binab-
T™, which is a combination of T. harzianum
with T polysporum, is used in the control of
wood rots (Samuels 1996).

To date and to our best knowledge, no
studies have yet been conducted where a
bacterial strain is used against G. boninense, it
is thus one aspect worth exploring. Another
unexplored avenue is the use of a compatible
bacterial strain as a co-inoculant to a known
fungal biocontrol agent for enhanced
synergistic performance.

Nagappan (2005) reported that T.
harzianum (isolate FA 1132) performed best
when applied individually to artificially-
infected oil palm seedlings. However, when the
isolate was applied as 1:1 combination with T.
longibrachiatum, or 1:1 combination with 7
virens, or 1:1:1 combination of all 3 species,
the control performance declined
significantly. Sundram (2005) also reported
that strain FA 1132 exhibited excellent efficacy
when used individually in greenhouse trials,

but it performed poorly when used as a 1:1
combination with another strain of T
harzianum (FA 1166). Thus the possibility of
using bacterial strains compatible with FA 1132
instead of in combination with members of the
genus Trichoderma, is one avenue pursued in
this investigation.

The first objective of this study was to
isolate and identify resident bacteria from two
sources, namely soils from several oil palm
rhizospheres and samples from a Trichoderma—
infused compost. The latter is the end-product
of a pilot scale trial in the production of a
Trichoderma-based biocontrol product, for
application onto mature palms infected with
Ganoderma (Abdullah et al. 2005). The second
objective was to screen and select for bacterial
isolates that showed antagonistic properties
towards G. boninense. The third was to screen
the selected antagonistic bacteria for
compatibility with T. harzianum, strain FA 1132,
It is expected that from this study, a bacterial
species that simultaneously showed an
acceptable degree of antagonistic intimidation
towards G. boninense and good compatibility
with T. harzianumwill be found. A combination
of these two characteristics in a bacterial strain
may give added value to its possible use as a
co-inoculant in consortium with FA1132 in the
end-product, for use against G. boninense.

MATERIALS AND METHODS

Sampling Site

Bacteria were isolated from two sources,
namely from oil palm rhizospheres and from
25 kg packed bags of Trichoderma-infused
compost meant for biocontrol trials. Both
sources were from Sedenak, Johor. A custom—
made soil auger was used to collect the soil
samples, taken at 15 cm depth and from four
cardinal points per palm, for eight randomly-
selected palms. About 200 g of each composite
sample per source was obtained and put into
labeled containers and brought back to the
laboratory for processing.
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Isolation of Bacteria

Composite samples for each source were
prepared by pooling and mixing for
homogenous distribution, after which a stock
solution of 10:100 (w:v) sample to water was
made. The solutions were maintained as shake
cultures at 100 rpm, under ambient laboratory
conditions of temperature (28° + 2°C) and
light (12 hours light, 12 hours darkness). An
aliquot of 1ml solution was subjected to a ten-
fold serial dilution, from which 0.5ml at
dilution 10*® was dispensed onto a Nutrient
Agar (NA) culture plate. An L-shaped glass rod
was used to spread the cultures evenly and the
plates were then incubated for 48 hours under
ambient conditions. The morphologies of
each colony-forming unit (CFU) that emerged
were recorded to aid species characterisation.
The bacteria from each colony type was then
streaked onto fresh NA and incubated for 48
hours to obtain pure single colonies.

Biolog™® Identification of Bacteria

Single colonies obtained from the isolation
process were subjected to a series of tests
before placing on the Biolog® plate reader for
species identification. Bacterial isolates were
picked up with a sterile loop and stirred into
1 ml of KOH solution. Samples that
agglutinated to the loop indicate Gram
Negative (GN) bacteria, while those that did
not, were Gram Positive (GP). The GN samples
were next subjected to an oxidative test
wherein a loopful of bacteria was mixed into a
solution of oxidative agent and observed for
colour change. The formation of a dark blue
color was recorded as GN-NENT (Gram
Negative-non enteric).

A bacterial suspension was then made,
from which a loopful was mixed into an
inoculant solution and then put onto a
turbidimeter. The Biolog® turbidimeter
percentage of transmission was pre-set to
accommodate the GN or GP status. The
cultures were next inoculated into GN or GP
microplates (based on the status determined
from previous tests) at 145 ul per well of the
96 well micro plates. These were then covered
and incubated at 28° to 30°C for 24 hours.

Finally, the microplates were placed into the
automated plate reader installed with the
Biolog® identification software, which
identifies bacteria up to species level based on
percentage similarity. Details of the protocol
and procedures for bacterial identification
were in accordance with that outlined in the
Biolog® identification system.

Antagonistic Studies Against Ganoderma

boninense (FA 5011)

Strain FA 5011 was previously isolated from an
infected oil palm in Banting, Selangor, which
was the infecting agent used in the nursery
trials of Abdullah et al. (2003), Nagappan
(2005) and Sundram (2005). Two single
bacterial streaks were made on Potato
Dextrose Agar (PDA) on the upper and lower
part of the plate, after which a 6-mm mycelial
plug of FA 5011 cut from a freshly-growing
colony and was placed centrally in between the
streaks. The cultures were incubated under
ambient laboratory conditions for 8 days. The
linear growth of the fungus was observed and
compared to its growth on the unchallenged
control plate. Bacterial colonies which
exhibited antagonistic properties towards G.
boninense were selected for subsequent
quantitative assessment by dual culture
bioassays.

For the bioassay, a single bacterial streak
was made at 5 cm away on one side from the
edge of the petri plate, after which one 5 mm-
diameter culture plug of G. boninense (isolate
FA 5011) was centrally placed on the plate.
Growth measurements were made of the linear
mycelial growth away from the bacteria (R1)
and that facing the bacteria (R2). Readings
were recorded at 8, 16, 24 and 32 days after
incubation (i.e. until static fungal growth was
observed).

The percentage inhibition of radial
growth (PIRG) of G. boninense by the bacteria
was determined based on the formula by
Skidmore and Dickinson (1976), given as:

R1-R2
PIRG =————— X 7. 100
R1
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where RI1 = radius of the colony growing
away from the bacteria.
R2 = radius of the colony growing
towards the bacteria.

At 32 days, a 6 mm-diameter plug of the
challenged G. boninenseon the side facing the
bacteria was cut and replated onto a fresh PDA
plate. A resultant fungal regrowth would
indicate a fungistatic property while a non-
growth would indicate a fungicidal property
exerted by the bacteria.

Compatibility Tests with T. harzianum (FA 1132)
Strain FA 1132 was originally isolated from soils
of an oil palm plantation in Gemencheh,
Negeri Sembilan. It proved to be a good
biocontrol agent based on previous nursery
trials and is the fungus being produced on a
large scale for field applications (Abdullah et
al. 2005).

Bacterial isolates that inhibited the
mycelial growth of G. boninense were selected
and subjected to a dual culture bioassay against
T. harzianum. A single linear streak of each of
the selected bacterial strain was made on PDA
and a culture disc of T. harzianum (FA 1132)
was plated centrally on the agar. The cultures
were incubated for seven days after which
radial extensions were measured and the PIRG
calculated. At the same time, the challenged
bacterial colony was picked up with a sterile
loop, streaked onto NA and observed for
subsequent bacterial growth. A normal
regrowth would indicate compatibility whereas
an abnormal or a non-growth would indicate
lysis of the bacterial colony by the Trichoderma
isolate.

RESULTS

Bacterial Identification

Four species of bacteria were isolated from the
oil palm rhizospheres. They were identified as
Corynebacterium urealyticum with a population
density of 1.27 x 10° cfu/ml, Pseudomonas
spinosa (8.7 x 10°® cfu/ml), Chromobacterium
violaceum (5.6 x 10° cfu/ml) and Burkholderia

cepacia (1.07 x 10* cfu/ml). With the
excpection of C. wurealyticum, all species were
Gram Negative (GN).

Three bacterial species were obtained
from the Trichoderma-infused compost. These
were Corynebacterium urealyticum with a
population density of 5.8 x 10° cfu/ml,
Corynebacterium nitrilophilus (2.1 x 10° cfu/ml)
and Actinomyces radingae (3.2 x 10° cfu/ml). All
the three bacterial species above were Gram
Positive (GP).

Antagonistic Reactions towards G. boninense

(FA 5011)
Three out of six bacterial isolates were
antagonistic towards FA 5011. They were
Corynebacterium urealyticum, Chromobacterium
violaceumand B. cepacia. The non-antagonistic
bacteria were Corynebacterium nitrophilus and A,
radingae from the Trichoderma-infused compost
and P. spinosa from the oil palm rhizospheres.
Dual culture bioassays showed that except for
the P. spinosa control isolate, the three other
species inhibited the growth of FA 5011 by
more than 56% on the eighth day (Table 1).
The mycelial growth of FA 5011 on the
control plate reached its maximum at eight
days after incubation and started to show
declined growth thereafter. For the others, the
PIRG of FA 5011 peaked and levelled off at
day 24 with no further increases by day 32 (Fig.
I). The highest and most significant PIRG at
day 24 was shown by Corynebacterium urealyticum
at 88.20%, followed by Chromobacterium
violaceum (83.45%) and B. cepacia (76.92%),
each being significantly different from each
other. When the challenged G. boninense
cultures were replated on PDA, two out of the
three cultures grew back at a rate similar to
the control plate, The exception was
Corynebacterium urealyticum, which exhibited
retarded growth on PDA. Thus, all the
bacterial antagonists were deduced to be
fungistatic towards G. boninense, with C.
urealyticum showing very strong fungistasis,
possibly fungicidal.
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TABLE 1
Percentage inhibition of radial growth (PIRG) of G. boninense by selected
bacterial isolates at 8, 16, 24 and 32 days of bioassay

Bacterial species

Days of Incubation 8 16 24 32
1.  Corynebacterium urealyticum 68.42:¢ 87.50*® 88.20* 88.20*
2. Choromobacterium violaceum 63.33 82.508 83.45% 83.45"
3.  Burkholderia cepacia 56.52< 71792 76.924 76.92<
4. Pseudomonas spinosa 7.50% 0.00%® 0.00% 0.00%

Mean separation was done using Tukey HSD. Different letters in the lowercase denote a significant
difference (P<0.05) between isolates while different letters in the uppercase denote a significant difference

(P< 0.05) between days of incubation.
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Fig. 1: Percentage inhibition of radial growth (PIRG) of G. boninense by four bacterial species

Compatibility with FA 1132

When tested against T. harzianum, only
Corynebacterium  urealyticum  showed
incompatibility towards FA1132. When all of
the Trichodermachallenged bacteria were re-
isolated and recultured on NA, each of the
cultures grew back normally, at a rate similar
to the controls.

Of the bacteria isolated from the
Trichoderma-compost, only Corynebacterium
urealyticum showed a strongly antagonistic
reaction towards FA 5011. A. radingae and

ium nitrilophilus both showed good
compatibility with FA 1132; however they did

PERTANIKA J. TROP. AGRIC. SCI. VOL. 28 NO. 2 (2005)

not inhibit FA 5011. Thus, these two isolates,
together with Corynebacterium urealyticum were
not good candidates for the selection of
potential Trichoderma co-inoculants.

DISCUSSION AND CONCLUSION
Bacteria are a good source of microbes for use
as biocontrol agents of plant diseases and
insect pests. This study successfully isolated and
identified a total of seven strains belonging to
six genera of bacteria, from two sources closely
associated with the oil palm environment.
Pseudomonas spinosa, Actinomyces radingae and
Corynebacterium nitrilophilus showed no
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antagonistic reaction towards G. boninense. The
antagonistic isolates were Corynebacterium
urealyticum, Chromobacterium violaceum and
Burkholderia cepacia; with all three species
showing significant differences between each
other and a highly significant difference from
the control, P. spinosa. The PIRG of these three
strains increased with time and started to level
off at day 24 onwards. However, their
antagonistic interactions were fungistatic
although C. urealyticum showed a reaction that
was close to fungicidal. Nevertheless, all the
interactions could not match the fungicidal
property recorded for T. harzanium (strain FA
1132) against G. boninense by Abdullah et al.
(2003) and Ilias (2000).

Besides its individual application, some
bacteria are effective as co-inoculants in a
microbial consortium. In this investigation,
only B. cepacia and C. violaceum were
compatible with T. harzianum (FA 1132), thus
presenting themselves as prime candidates for
use as potential co-inoculants with FA 1132.
Roberts et al (2004) reported that when T.
virens was formulated in combination with B.
cepacia and B, ambifaria as a seed treatment,
the control of damping-off caused by
Rhizoctonia solani improved significantly
compared to the individual application of
these microbes.

Chromobacterium violaceum was reported
to have shown good properties as a biocontrol
agent of the soilborne Fusarium solani against
damping off of aubergine by Park et al (1995).
However, this violet-pigmented bacteria
was also recorded as a human pathogen
(Betts et al. 2004; Chattopadhyay et al.
2002). C. violacewmwas reported by Duran and
Menck (2002) as an opportunistic pathogen
but of a type which can cause extreme viru-
lence to humans and animals when infected.
Further studies will need to be conducted to
determine its biosafety as a biological control
agent. Similarly, B. cepacia has also been re-
corded as a human pathogen but studies by
Richardson et al. (2002) confirmed that the
B. cepacia used for the control of plant patho-
gens was of a different strain to that which
caused cystis fibrosis in humans. In another

study, Alias and Tan (2005) reported that
B. cepacia has the ability to biodegrade
polyhydroxyalkanoate (PHA).

Bacteria is also known to exert its
influence in the rhizosphere competency of
other biocontrol agents. Kredics et al. (2003)
reported that strains of soil bacteria can
actually suppress the activity of Trichoderma
biofungicides in agricultural soils. Thus the
success of Trichoderma biocontrol agents
applied to soil is highly dependent on the
resident soil bacteria for rhizosphere
competency.

In conclusion, this study was able to isolate
a total of seven strains of bacteria from an oil
palia rhizosphere and Trichoderma-compost
combined. B. cepacia and C. violaceum have a
potential as co-inoculants to the biocontrol
agent T. harzanium, which warrants further
investigation. The findings of this study also
imply that the efficacy of T. harzanium in the
field could be hampered if the population of
C. urealyticum is relatively high in the oil palm
rhizospheres.
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ABSTRAK

Perancangan dan pengurusan sumber moluska memerlukan pengetahuan pelbagai parameter populasi dan tahap
ehsploitasi (E) populasi tersebut dalam lokasi khusus yang tertentu. Aggaran parameter populasi seperti kepanjangan
asimptot (Le<), pekali pertumbuhan (K), kematian, tahap eksploitasi (E) dan corak rekruitmen kupang Perna viridis
di luar pesisir pantai Pulau Cox’s Bazar Bangladesh telah dikaji dengan menggunakan frekuensi kepanjangan
berdasarkan analisis perisian FiSAT. Kepanjangan asimptot (Le<) adalah 19.43 cm dan pekali pertumbuhan (K)
dianggarkan 0.56 setahun. fumlah kematian (Z) adalah 1.44 setahun untuk P. viridis. Kematian semula jadi (M)
dan kematian penangkapan (F) masing-masing adalah 1.38 setahun dan 0.06 setahun. Tahap eksploitasi (E) P. viridis
adalah 0.04 manakala nilai had eksploitasi maksimum yang dibenarkan (E,...) adalah 0.68. Tahap eksploitasi (<0.50)
menunjukkan bahawa stok P. viridis mungkin kurang dieksploitasi di luar pesisir pantai Pulau Cox’s Bazar Bangladesh.

ABSTRACT

Planning and management of molluscan resources require knowledge of various population parameters and exploitation
level (E) of the population in a particular location. Estimation of population parameters like asymptotic length (Le<),

growth co-efficient (K), mortalities, exploitation level (E) and recruitment pattern of green-lipped mussel (Perna viridis)

in the offshore Island of Cox’s Bazar coast of Bangladesh were studied by using the length frequency based analysis of
FiSAT software. Asymptotic length (Le<) was 19.43 em and growth co-¢fficient (K) was estimated at 0.56/yr. Total
mortality (Z) was 1.44/yr. Natural mortality (M) and fishing mortality (F) were 1.38/yr and 0.06/yr, respectively.

Exploitation level (E) of P. viridis was 0.04 while the maximum allowable limit of exploitation value(E,,.) was 0.68.

The exploitation level (< 0.50) indicates that the stock of P. viridis might underexploited in the offshore Island of the
Cox’s Bazar coast of Bangladesh.

INTRODUCTION limited and unstable and some are currently
The majority of fishermen in coastal being threatened with the recommended bans

communities of Bangladesh are poor and do ~ ©n PL collection and shallow water fishing
not own or have access to any land. Many of ~ Using bag nets. Alternative income generating

them are engaged in the fishing industry as activities are also limited. Recent surveys,
temporary labour. Women and children  reviews and workshops (TAANGO 2002; Luu

particularly are involved in the collection of ~ 2002; Frankenberger 2002) have identified a

shrimp post larvae (PL) by push net in the number of potential alternative livelihood
shallow coast. Their livelihood options are ~ ©ptions that could have a considerable and
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positive impact to the poor as well as enhancing
foreign earnings. One of these options is the
development of a molluscan fishery, in
particular the bivalves. The coastal water of
Bangladesh is one of the most productive zones
in the world and rich in fish and shell-fishes
including molluscs (Ahmed et al. 1978). Along
the coastal area, varieties of marine habitats
such as sandy, muddy and rocky grounds,
mangrove areas and coral reefs are inhabited
by the bivalves, and thus are potentially viable
for the development of shellfish fishery.
Commans (1940) was the first to report the
presence of some species of molluscs in the St.
Martin’s Island from the Bay of Bengal. Ali
(1975) later reported that several taxa
including 33 species exist within the St. Martin's
Island. Ali and Aziz (1976) later described 33
species under three different taxa from the
same Island. Ahmed (1990) subsequently
identified 301 molluscs species belonging to
151 genera, 79 families, 16 orders and 4 classes
from the Cox's Bazar, Moheskhali Channel,
Teknaf, St. Martin’s Island, Sundarban reserve
forest and deep water of the Bay. This survey
was conducted mainly to identify the marine
molluscs available in the Bay of Bengal. But
there is no report regarding the status of
exploitation levels despite a market demand
from foreign countries such as Japan, Thailand
and China.

For planning and management of mollusc
resources, knowledge of various population
parameters and exploitation level (E) of their
population is required. There are many tools
for assessing exploitation level and status of
stock. FAO-ICLARM Stock Assessment Tools
(FiSAT) is one which has been most frequently
used for estimating population parameters of
fin-fish and shell-fish (Amin et al 2001, 2002;
Angell 1986; Cha et al. 2002; Mancera and
Mendo 1996; Tuaycharoen et al. 1988; Vakily
1992) because it needs only length-frequency
data. The advantage of this technique is that
within a year it is possible to assess of any fish
stock if you have sufficient length-frequency
data.

The commercially important mollusc
species green-lipped muscle (P. viridis), is

available in Cox’'s Bazar coast. Tribal
communities are currently exploiting them for
local consumption. The marine mussels are
popular food items in many other countries
around the globe. There has been no
published report on population dynamics and
status of exploitation of P. viridisin Bangladesh
prior to this study. Hence, the estimation of
population parameters and exploitation level
of this species of bivalves from the coast of
Bangladesh is very important.

The objective of this study was to estimate
the population parameters and exploitation
level of P. viridis to assess the stock position of
the species from the offshore Island
(Moheskhali) of Cox's Bazar coast of
Bangladesh using FiSAT.

MATERIALS AND METHODS

The study was conducted in Moheskhali Chan-
nel (N21°28 and N21° 46/, E91° 57/ and E92°
03/) of south-eastern coast of Bangladesh
(Fig. 1). Random sampling was done monthly
between June 2003 and May 2004. Specimens
of P. vindis were attached with the stone on
inter-tidal zone of Moheskhali Channel and
Chaufaldandi coastal area of Cox's Bazar, Bang-
ladesh. An iron rod was utilized during sam-
pling for separating the specimens from the
stone. Samples were preserved with 10% for-
malin at field level immediately after collection.
In the laboratory, total shell length was meas-
ured with the help of a meter scale to the near-
est millimeter and total weight was taken by an
electronic balance of 0.001 g accuracy. A total
of 981 specimens were collected. The data from
two stations were then pooled month-wise and
subsequently grouped into length classes by 1
cm interval. Then the data were analyzed us-
ing FiSAT software as explained in detail by
Gayanilo Jr. et al. (1996).

Asymptotic length (L.) and growth co-ef-
ficient (K) of the von Bertalanffy growth equa-
tion were estimated by means of ELEFAN-1
(Pauly and David 1981; Saeger and Gayanilo
1986). The estimates of L. and K were used to
estimate the growth performance index (¢’)
(Munro and Pauly 1983; Pauly and Munro
1984) of P. viridis using the equation:
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Fig. 1: Sampling stations of the study area
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The total mortality (Z) was estimated by
length converted catch curve method (Pauly
1984, 1990). Natural mortality rate (M) was
estimated using the empirical relationship of
Pauly (1980):

I,OgmM = -0.0066 - 0.27914{)gujlm +(0.6543.
LOng +0.4634 L(ngT

where T is the mean annual habitat
temperature Oc of the water in which the stocks
live. Once Z and M were obtained, then fishing
mortality (F) was estimated using the
relationship:

F=7ZM

where Z is the total mortality and F fishing
mortality. The exploitation level (E) was
obtained by the relationship of Gulland
(1971):

E=F/Z=F/ (F+M)

The recruitment pattern of the stock was
determined by backward projection on the
length axis of the available length frequency
data set as described in FiSAT. This routine
reconstructs the recruitment pulse from a time
series of length-frequency data to determine
the number of pulses per year and the relative
strength of each pulse. Input parameters were
L., Kand t, (t,=0).
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RESULTS

Growth Parameters

Asymptotic length (L.) of the von Berttalenfy
was 19.43 cm and growth co-efficient (K) was
0.56/yr for P. viridis. The observed extreme
length was 18.50 cm and the computer pre-
dicted extreme length was 19.38 cm (Fig. 2).
The confidence interval was 17.35 to 21.42 cm
(95% probability of occurrence and the growth
performance index (¢') was 2.32.

/o

Exdreme lengths {cm)

)| 1 5 9. .88 93 333

Fig. 2: Maximum size estimation of Perna viridis

Mortalities

Length converted catch curve analysis pro-
duced total mortality estimates of Z = 1.44/yr
for P. vinidis (Fig. 3). Natural mortality (M) was
1.38/yr and fishing mortality (F) was 0.06/yr
for the species (Table 1).

Length-Converted Catch Curve
(for Z=1.44; M (at 28.0°C)=1.38; F=0.06, E=0.04)
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Relative age (yesrs-10)

Fig. 3: Length converted catch curve of
Perna viridis

TABLE 1
Population parameters of Perna viridis

Population parameters Perna viridis

Asymptotic length (L.) in cm 19.43
Growth co-efficient (K) /yr 0.56
Growth performance index (/) 2.52
Natural mortality (M) /yr 1.38
Fishing mortality (F) /yr 0.06
Total mortality (Z) /yr 1.44
Exploitation level (E) 0.04

Allowable limit of exploitation (E..) 0.68
Length range (cm) 1.50-18.50
Sample number (N) 981

Exploitation Level (E)

Exploitation level (E) of P. viridis was 0.04 and
the maximum allowable limit of exploitation
(Emay) value was 0.68 (Table 1). Results in Table
1 show that exploitation level (E) of P. viridis
alone in comparison to its E,,,, was lower than
94%. It clearly shows that there was a definite
case of under exploitation of the total stock of
the species.

Recruitment Pattern

The recruitment pattern of P. viridis was
continuous but there were two major peaks in
a year; the highest peak observed in March-
May and second peak occurred in August-
October (Fig. 4).

Fig. 4: Recruitment pattern of Perna viridis
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TABLE 2
Population parameters of the P. vindis and other bivalves as reported in other countries

Location Species L_(cm) K/yr Q@ T (°c) Source

Bangladesh P, viridis 19.43 0.56 2.32 28 Present study

Hong Kong P, viridis 10.19 0.30 - - Lee (1985)

Thailand P, viridis 11.20 1.00 - - Tuaycharoen et. al., (1988)

India P, viridis 18.46 0.25 - - Narasimham (1981)

USA C. virginica 12.58 0.50 3.90 11.0 Vakily (1992)

India C. madrasensis 11.90 0.77 4.04 28.0 Vakily (1992)

Colombia C. rhizophorae 14.90 0.90 4,30 30.0 Mancera and Mendo (1996)

Venezuela C. rhizophorae 7.60 3.96 4.54 - Angell (1986)

Korea C. gigas 10.87 2.35 4.40 16.0 Vakily (1992)
DISCUSSION and Venema (1992) advocated the use of

The estimated asymptotic length (L.) was
19.43 cm and growth co-efficient (K) 0.56/yr
for P. vindisin this study. The comparison with
growth parameters obtained in other studies
show differences for P. vindis from different
areas of the world (Table 2). The highest value
of (L.) (19.43 cm) was obtained from this
study in Bangladesh coast waters and the lowest
value (10.19 cm) was from Hong Kong (Lee
1985). The highest K value (1.0/yr) was
obtained in Thailand (Tuaycharoen et. al
1988) and the lowest value (0.25/yr) was
reported from India (Narasimham 1981). It
was observed that the L. of P. vindis from
Bangladesh coastal waters is higher than other
countries (Table 2) but K is more or less very
close to P. vindis of India and Hong Kong
waters. Higher L, indicates plenty of oyster
resources in the Moheskhali Island of
Bangladesh.

Higher natural mortality (1.38/yr)
observed as opposed to fishing mortality
(0.06/yr) of P viridis observed in this study
indicates an imbalance in the stock. The yield
is optimized when fishing mortality (F) =
natural mortality (M) (Gulland 1971).

The lower value of E indicates an ‘under
fishing’ status during the study period.
Theoretically when E= 0.50, then the stock of
any aquatic species is at the optimum level.
According to Gulland (1971), the yield is
optimized when F = M; therefore, when E is
more than 0.5, the stock is over fished. Sparre

Beverton and Holt’s E,,. (Eysy) to decide the
state of under or over exploitation and suggest
management measures, if necessary, because
the hypothetical ideal E value of 0.5 is only
possible if natural and fishing mortality is
equal, and this is unsual for any exploited fish
population. From this study, it could be
concluded that the stock of P. vinidis is virgin
in the study area.

The recruitment pattern suggests that
annual recruitment consist of two seasonal
pulses (Fig. 4), i.e. two cohorts are produced
per year; the highest peak occurs in March-
May followed by a second peak occuring in
August-October. However, studies on larval
abundance and spat collections in the St.
Martin coast of Bangladesh (Hossain et al
2004) showed that green mussel larvae settle
through the year but the highest peak was
found in October and the second highest in
March. The recruitment peaks detected in this
study should correspond to the first and
second larval settlement.

CONCLUSION
Higher natural mortality (1.38/yr) was
observed compared to fishing mortality (0.06/
yr) and the stock of P. viridisis underexploited
in the study area. It could be concluded that
the stock of green-lipped mussel has a great
potential in the Cox’s Bazar coast of
Bangladesh. More exploitation is possible and
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it could be an option for the livelihood of poor
coastal communities of Bangladesh.
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ABSTRAK

Lima komponen flavonoid dapat dickstrak dan dikenal pasti daripada daun Morinda citrifolia: quercetin 3,7-0-
dimethyl ether, quercetin 3-O-methyl ether, kaempferol 3,4 -O-dimethyl ethey, kaempferol 5, 7-O-diarabinoside dan apigenin.
Pengasingan komponen flavonoid dijalankan menggunakan teknik kertas kromatografi dengan empat sistem pelarul;
BAW (n-butanol:asid asetik:air; 4:1:5), 15 % asid asetik (15 % HoAc), BEW (n-butanol:etanol:air; 4:1:2.2) dan air.
Flavonoid dikenal pasti melalui warna di bawah cahaya ultra violet (UV) dengan atau tanpa wap NH;, nilai Ry
hidrolisis asid kepada flavonoid aglikon dan gula, perbandingan ko-kromatografi dengan penanda piawai, analisis
spektral dengan menggunakan beberapa bahan reagen. Kesemua komponen flavonoid pertama kali dilaporkan dalam
genus Morinda. Aktiviti antioksidan bagi komponen flavonoid ditentukan dengan menggunakan kaedah pelunturan
JPrkarotena. Butylated hydroxyl toloul (BHT) dan quercetin digunakan sebagai bahan penanda piawai positif. Kesemua
komponen flavonoid menunjukkan penurunan aktiviti antioksidan sepanjang tempoh wji kaji. Pada minit yang ke
40, quercetin 3-O-methyl ether menunjukkan aktiviti antioksidan yang tertinggi (77.67%); dithuti oleh quercetin
3, 7-O-dimethyl ether (77.00 %), kaempferol 3,4-O-dimethyl ether (66.47 %), apigenin (58.10 %) dan kaempferol 5, 7-
O-diarabinoside (56.14%). Ujian statistik ANOVA satu hala dari perisian SPSS versi 11.0 menunjukkan kesemua
aktiviti antioksidan komponen flavonoid adalah berbeza secara signifikan daripada ahtiviti antioksidan BHT dan
quercetin (p < 0.053).

ABSTRACT

Five flavonoid components were isolated and identified from Morinda citrifolia’s leaves; quercetin 3, 7-O-dimethyl
ether, quercetin 3-O-methyl ether, kaempferol 3,4 -O-dimethyl ether, kaempferol 5, 7-O-diarabinoside and apigenin. The
isolation of flavonoid components was carried using paper chromatography methods with three different system solutions
namely, BAW (n-butanol:acetic acid:water; 4:1:5), 15 % acetic acid (15% HoAc), BEW (n-butanol:ethanol:water;
4:1:2.2) in addition to pure water. Flavonoid was identified through their colors under ultra violet (UV) with/without
NH,, Ry values, acid hydrolysis to aglycone and sugay, co-chromatographic comparison with standard markers and
spectral analysis by using a series of shift reagents. All of these flavonoid components were firstly reported in the genus
Morinda. The antioxidant activities of flavonoid components were evaluated by using the f-carotene bleaching method.
Butylated hydroxyl toloul (BHT) and quercetin were used as positive markers. All isolated flavonoid components showed
declining antioxidant activities through out the experiment. At the 40" minule, quercetin 3-O-methyl ether showed the
highest antioxidant activities (77.67%); followed by quercetin 3, 7-O-dimethyl ether (77.00%), kaempferol 3,4-O-
dimethyl ether (66.47%), apigenin (58.10%) and kaempferol 5,7-O-diarabinoside (56.14%). Statistical analysis
was done using ANOVA with SPSS version 11.0 software. The results showed that all antioxidant activities belonging
to the flavonoid components were significantly different from BHT and quercetins’ antioxidant activiles (p < 0.05).
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INTRODUCTION

Flavonoid is a phenolic compound and was
discovered as early as the 1930s. At that time,
it was known as vitamin P (Nijveldt et al. 2001)
because of its nutritional properties. Flavonoid
is abundant in plants and can be found in all
plant parts; bark, leaves, fruit and stem because
flavonoid is a secondary metabolite in plants.
There were five major groups of flavonoid;
flavone, flavanone, isoflavone, flavonol, and
anthocyanin (Wang and Halliwel 2001). Based
on in vitro experiments, flavonoid was found
to have anti-inflammatory, anti-allergy,
antiviral and anti-carcinogenic properties
(Middleton 1998). From a biological activity
perspective, flavonoids have the ability to
scavenge oxygen-derived free radicals and can
act as antioxidant. According to Nijveldt et al.
(2001), flavones and catechins are the most
powerful antioxidant against reactive oxygen
species (ROS).

An antioxidant is a substance that can
prevent the process of lipid peroxidation; a
process whereby free radicals (FR) can damage
membrane cells. The damaged cells can lead
to many degenerative diseases (Mohd Zin et
al. 2002). In plants, antioxidants are
produced/developed to defend their
structures against ROS attack during
photosynthesis. By taking antioxidant
supplements such as vitamins or foods high in
antioxidants such as vegetables and green
leaves can help counter detrimental effects of
free radicals (Faridah et al. 2003).

Morinda citrifolia or Mengkudu is
commonly used as a Malay traditional remedy
and its young shoots are eaten as ulam or raw.
Morinda citrifolia has been used a lot especially
by post-natal women for healing menstrual
problems and curing diabetes (Zainatul
Suhaida 2003). The plant belongs to the
Rubiaceae family and originated from tropical
Asia especially the coast of South East Asia
(Dharma 1987). Apart from its utilization in
traditional medicine, the pulp is also used as
hair shampoo (Jaganath et al. 2000). Many
scientific and modern research studies have
- been conducted to investigate the active

compounds and special abilities of this plant.
From previous research that has been
conducted, few pure active compounds have
been revealed in the leaf of Morinda citrifolia
like iridoids (Sang et al. 2003) and
anthraquinone (Thomson 1987) while the
biological activities that has been discovered
from Morinda citrifolia are antioxidative (Mohd
Zin et al. 2002), and anti-inflammatory (Li et
al. 2003) activities.

MATERIALS AND METHODS

Plant Sources

The leaves of Morinda citrifolia were collected
at Universiti Putra Malaysia’s campus and dried
in an oven at 50°C for four—five days.

Extraction of Flavonoid

Air-dried leaves of Morinda citrifolia were
extracted using three solvents; 80% methanol,
petroleum ether (60-80°C boiling point) and
chloroform. 300-600 g dried leaves were
pulverized and extracted using the solvents.
After standing overnight for methanol and
three-four days for petroleum ether (60-80°C
boiling point) and chloroform, the extracts
were concentrated using a rotary evaporator.

Isolation of Flavonoid

The concentrated extracts were separated by
chromatography on 3 mm paper (46 x 57 cm)
in BAW (4:1:5, top layer). Bands that appeared
dark under UV light, changed to yellow-green
or unaffected by fuming with NH; vapour were
eluted. The concentrated eluates were
separated on 3 mm paper in 15% HOAc and
the same processes were repeated with BEW
(n-butanol: ethanol:water; 4:1:2.2) and water.
Flavonoid components were identified
through their colors under ultra violet (UV)
with/without ammonia vapor, comparison R;
values with standard markers, acid hydrolysis
and spectral data (Markham 1982). The
isolated compounds were also identified based
on the reported compounds in the previous
studies (Harborne 1967).
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Quercetin 3,7 O-dimethyl ether

The * ., values for this component are 349,
300 (shoulder) and 265; + NaOAc 393, 305
(sh) 269; +NaOH 408, 325 (sh), 273; + Al,Cl,
348, 300 (sh), 397 (iv), 273 nm. The absence
of a NaOAc shift indicates that the 7-position
is blocked. The component gave a dark colour
under UV light but changed to yellow-green
when fumed with ammonia vapor (NH;). On
partial acid hydrolysis, it produced quercetin,
quercetin 3-O-methyl ether and quercetin 7-
O-methyl ether. Quercetin showed yellow to
yellow reaction in UV + NH; and showed
identical spectral and R;properties to the
standard marker. Quercetin 3-O-methyl ether
showed dark to yellow color reaction in UV +
NHj The location of the methyl group at
position 3 followed from the UV spectral
analysis: * .. in MeOH at 359, 266, 256 (sh),
in MeOH + NaOH 385, 359 (sh), 270.
Quercetin 7-O-methyl ether was identified
because of the R value, colour reaction under
UV + NH; and Co-chromatogram comparision
standard marker.

Quercetin 3-O-methyl Ether

Quercetin 3-O-methyl ether was dark when
viewed under UV light on paper and yellow
with NH;. The * . values for this component
are 359, 299 (sh), 255, 268 (sh). The sodium
hydroxide UV spectral data established the
presence of a hydroxyl group on Cswas
changed (320 nm as band III). On acid
hydrolysis no sugar was detected and
tentatively this component was identified as
Quercetin 3-O-methyl ether.

Kaempferol 3,4"-O-dimethyl Ether

The color of the component was dark under
UV light and unchanged after fuming. Spectral
analysis; in MeOH 350, 295sh; 266, in MeOH
+ NaOH 406, 325 (iii), 274 nm (decompose),
indicated that there was free Cy and C, After
hydrolysis with acid, three derivatives were
isolated: kaempferol that showed unchanged
yellow under UV/UV+NHs, (366, 317sh; 266
nm), kaempferol 3-O-methyl ether with dark
to yellow reaction under UV/UV+NH; and

kaempferol 4'-O-methyl ether also known as
kaempferide, ' which showed unchanged dark
reaction under UV/UV+NH; as well as the
decompose reaction after NaOH was added to
neutralise the sample for spectral data
indicates free C,. Identification kaempferol,
kaempferol 3-O-methyl ether and kaempferide was
confirmed from their spectral data, R, values,
color reaction under UV/UV+NH; Co-
chromatography comparison with standard
marker and bibliography data by Harborne
(1967). This component was identified as
kaempferol 3,4 -O-dimethyl etherbecause the sugar
test produced negative results.

Apigenin

This component was isolated from petroleum
ether (60-80°C boiling point) extract and
identified using standard procedures. It
produced a dark color under UV and changed
to yellow after fuming with NHsvapor.

Kaempferol 5, 7-O-diarabinoside

Kaempferol 5,7-Odiarabinoside was isolated
from chloroform and its color under UV light
was dark and turned yellow after fuming with
NH;. Its neutral spectral in MeOH was 360,
283sh; 268, 257sh. No shift between neutral
spectral and spectral after addition of NaOAc
reagent on band II (268 nm) indicates that
the hydroxyl group at C; was not free. The
hydroxyl group at C;was not free because there
was no shift between the neutral spectral and
the spectral after addition of Al,Cls reagent on
band I (361 nm). After hydrolisis with acid,
three derivatives were isolated. The first
derivative was identified as kaempferol because
the yellow color under UV did not change after
NH, fuming. Its R; and spectral data were
identical to the purchased kaempferol. The
second derivative was recognized as
kaempferol 7-O-arabinose based on the
spectral characteristics, R, value, and color
reaction under UV/UV+NH,. The sugar test
detected arabinose and tentatively this
component is known as kaempferol 5,7-0-
diarabinoside.
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Antioxidant Assay (p-carotene Bleaching Method)
Fresh leaves were used to determine the
antioxidant activities. The leaves were crushed
by using mortar and extracted using 80%
methanol for 2 hours by stirring with a
magnetic stirrer. The antioxidant activity of the
crude extract and pure flavonoid compounds
were evaluated by the pcarotene bleaching
method (Veliglou 1998) with some
modification to suit the equipment in the
laboratory. A solution of f-carotene was
prepared by dissolving 1 mg of powder
carotene in 5 ml of chloroform. 60 ul of 95%
linoleic acid, between 20 and 600 ul of the
sample or control (80% methanol) or standard
marker were pipetted into a 250 ml round
bottom flask and covered with aluminium foil.
Three ml of pcarotene prepared previously
was added into the same flask. After
chloroform was removed by vacuum using a
rotary evaporator, 150 ml of distilled water was
added to the flask and shaked vigorously for
60 seconds. Aliquots (5 ml) of this emulsion
were transferred into test tubes to make
triplicates. As soon as the emulsion was added
to each tube, the zero time absorbance was
measured at 470 nm using a
spectrophotometer. The tubes were placed at
50°C in dri-block. Absorbance measurements
were recorded every 20 minutes for 2 hours.
Butylated hydroxyl toloul (BHT) and
quercetin were used as positive standard
markers for comparative purposes. The
antioxidant activities of the methanolic extract
and flavonoid compounds were determined
by using the following formula. The
antioxidant activity was calculated in terms of
percent inhibition relative to the control after
40 minutes incubation.

Antioxidant activity (%) formula:

(In a/b)
)iy = ———
L
In = natural log
dr = degradation rate
a = absorbance value at 0 minute

b = absorbance value at observation
time (0, 20, 40, 60, 80, 100, 120
minute)

t = observation time (0, 20, 40, 60, 80,
100, 120 minute)

2. Antioxidant activity (%)
dr control — dr sample

= x 100
dr control

The principle of f-CB determines the
oxidative degradation of fcarotene in an
emulsion containing linoleic acid. To measure
thése products, spectrophotometry has been
used (Cruz et al. 1999). p-carotene in the
model system undergoes rapid discoloration
in the absence of an antioxidant. This is
because of the coupled oxidation of fcarotene
and linoleic acid, which generates free radicals.
The linoleic acid free radical formed upon the
abstraction of a hydrogen atom from one of
its methylene groups attacks the highly
unsaturated f-carotene molecules. As f-
carotene molecules loose their double bonds,
the system loses its characteristic orange
colour, which can be monitored using
spectrophotometry. The presence of a
flavonoid as an antioxidant can hinder the
extent of f-carotene destruction by
neutralizing the linoleate free radical and
other free radicals formed in the system.

RESULT AND DISCUSSION

Flavonoid Identification

In this study, five flavonoid components were
isolated and identified from the leaves of
Morinda citrifolia viz; quercetin 3,7-O-dimethyl
ether, quercetin 3-O-methyl ether, kaempferol
3,4’-O-dimethyl ether, kaempferol 5,7-0-
diarabinoside and apigenin. Quercetin 3,7-0-
dimethyl ether, quercetin 3-O-methyl ether and
kaempferol 3,4’-O-dimethyl ether were isolated
from methanolic extract. Kaempferol 5,7-O-
diarabinose and apigenin were isolated from
chloroform and petroleum ether extracts
respectively. The color reactions under UV/
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UV+ NHj vapor, R; values and spectral
properties of the identified flavonoid
components are shown in Table 1.

Flavonoids that have been revealed in
Rubiaceae family in previous study were rutin
and kaempferol 3-Orutinoside from the leaves
of Randia formosa (Sahpaz et al. 2000). Cimanga
et al. (1995), identified quercetin, quercetin
7,4'-Odimethyl ether, luteolin 7-O-glucoside,
apigenin 7-O-glucoside, quercetin 3-O-
rhamnoside, kaempferol 3-O-rhamnoside,
quercetin 3-O-rutinoside, kaempferol 3-O-
rutinoside and chrysoeriol neohesperidoside
from the leaves of Moninda morindoides. From
a similar study, Siti Juhaida (2000) found
quercetin 3-Orhamnoside, kaempferol 3-O-
rutinoside, myricetin 3-O-galactoside from the
leaves of Morinda citrifolia. The difference
between the results of previous studies and this
study is the flavonoid’s rate of syhthesis and
acumulation. There were many factors that
contribute to both processes such as light, pH
and soil’s salinity (Onyilagha et al. 2003). The
condition of the plants played a major role too,
as plants infected with any kind of disease will
tend to synthesize flavonoids in higher
concentration as a mechanism of protection.
(Manthey et al. 2000). According to Manach et
al. (1996) the concentration of flavonoids
varies for different plant organs.

Quercetin 3,7-O-dimethyl ether has been
found before in the leaves and trichome of
Nicotiana attenuata (wild tabacco) (Roda et al.
2003). Quercetin 3-O-methyl ether has been
found in the fruits of Rhamnus disperma
(Marzouk et al. 1999), stem and fruit of Optunia
ficus-indica var. saboten (Go et al. 2003). To
the best fo our knowledge, all the five flavonoid
components isolated from the leaves of M.
citrifolia in this study are pioneer findings for
the genus Morinda.

Structure of Isolated Flavonoid from Morinda
citrifolia
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