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A captive female dugong at Toba Aquarium (Japan) was examined to describe the microbiota of
its lower digestive tracts using the molecular-biological technique, a culture-independent
method. The phylogenetic analysis of bacterial 16S rRNA genes was conducted for fecal sam-
ples, which were taken at 3 different periods. Based on phylogenetic analysis of these se-
quences, the representatives of six bacterial phyla could be identified: Actinobacteria (0.7%),
Bacteroidetes (15%), Firmicutes (83.1%), Lentisphaerae (0.1%), Proteobacteria (0.1%), and Verru-
comicrobia (1.0%), suggesting the existence of bacterial species newly found not only in the di-

gestive tract but also in natural field.
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Introduction

Dugong (Dugong dugong) is a species of herbivore
in the sea, possessing a long colon, 8.6—11.5 times
longer than its body size (Kamiya et al., 1979). Like
other hindgut mammals the dugongs evolved their
body requirement for growth and maintenance by
grazing sea grasses (Cork et al., 1998; Erftemeijer et
al.,, 1993; Preen, 1995). Dugongs digest plant cell
walls in the cecum and proximal colon (Murray et al.,
1977), and a high concentration of short-chain fatty
acids (SCFA) such as acetate, propionate, and bu-
tyrate, was reported in the cecum and large intestine
of a dead dugong. 10°-10"° colony forming units g’
each of starch-, lactate-, cellobiose-, pectin-, xylan-,
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and cellulose-utilizing bacteria, sulfate-reducing bacte-
ria and methane-producing bacteria was previously
detected in the fecal samples of a captive dugong at
Toba Aquarium, showing extensive microbial degrada-
tion of cellulolytic and non-cellulolytic components of
eelgrass (Goto et al., 2004b). The total SCFA concen-
tration was produced by 10.5mmoldl~" of 55.7 mol%
acetate, 18.0mol% n-butyrate and 15.1 mol% propi-
onate after 36 h incubation. However, the analysis of
the microbiota of the digestive tracts is limited in cul-
ture-based approaches, especially due to environmen-
tal differences between inherent and artificial growth
conditions.

The first attempt to keep a dugong (Dugong dugong)
in captivity was in the United States of America in
1955, when a male dugong was transported from
Palau Island, Micronesia, to San Francisco. It survived
for only 45 days at the Steinhart Aquarium. Many sub-
sequent attempts have been made by many countries
and institutions to keep dugongs. Examples include
the Central Marine Fisheries Institute (India), Puket
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Marine Biological Center (Thailand), Yongon Zoo
(Myammar), Jaya Ancol Oceanarium (Indonesia) and
Cairns Oceanarium (Australia). Most of these attempts
to keep dugongs in captivity were short-lived and
many difficulties were encountered. From four
dugongs brought from the Philippines to Toba Aquar-
ium (Japan) from 1979 to 1987, a 28-year-old male
and a 21-year-old female were still alive in 2007 (Toba
Aquarium, 1995). Feeding data of these captive
dugongs have been continuously recorded since the
two dugongs were infants.

In this study a captive female dugong at Toba
Aquarium was examined to describe the microbiota of
its lower digestive tracts using the molecular- biologi-
cal technique, a culture-independent method. The phy-
logenetic analysis of bacterial 16S rRNA genes was
conducted for fecal samples, which were taken at 3
different periods.

Materials and Methods

Animal and sampling. Fecal samples were col-
lected from a captive female dugong in Toba Aquarium
(Age: 21 years old in 2007; body weight: 345kg),
which was kept and fed eelgrass (Zostera marina)
under the control conditions (water temperature at
28°C and natural lighting) as described previously
(Goto et al., 2004a). The samples were taken at 3 dif-
ferent periods, namely May 2000, October 2004, and
August 2005, by applying fingertip pressure to the uro-
genital area of the female dugong floating on its back
without pool water or any other contaminant. The sam-
ple in a 20 ml polypropylene container was stored at
—80°C until further processing.

Extraction and purification of DNA. A 0.5¢g of sam-
ple was randomly collected from inner and outer por-
tions of a couple pieces of fecal samples, and the DNA
purification of the sample collected in the year 2000
was performed according to a chemical procedure of
the QlAamp DNA Stool Mini Kit (Qiagen, Germany)
(sample A in Table 1) and that of the samples collected
in 2000, 2004, and 2005 (sample B, C, D, respectively,
in Table 1) was by a physical procedure described by
Godon et al. (1997).

According to the method of Godon et al. (1997), a
solid portion of the fecal sample was collected by cen-
trifugation and suspended in 500 ul of 4m guanidine
thiocyanate-0.1m Tris (pH 7.5) and 75 ul of 10% N-lau-
royl sarcosine. Two hundred fifty microliters of this ma-
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terial was transferred to a 2-ml screw-cap polypropyl-
ene microtube, which contained 500 ul of 5% N-lauroyl
sarcosine-0.1 M phosphate buffer (pH 8.0) and 0.38¢g
of 0.1 mm diameter silica beads previously sterilized.
This tube was then incubated at 70°C for 1h and
shaken 2 times at maximum speed for 45s each,
using a Fast Prep FP100A Instrument (Qbiogene).
Polyvinyl polypyrrolidone (15mg) was added to the
tube, which was vortexed and centrifuged for 3 min
at 13,000 g. After recovery of the supernatant, the
pellet was washed with 500ul of TENP (50 mm
Tris [pH 8], 20mMm EDTA [pH 8], 100 mm NaCl, 1%
polyvinyl polypyrrolidone) and centrifuged for 3 min at
13,000 g, and the new supernatant was added to
the first supernatant. The washing step was repeated
three times. The pooled supernatants (about 2ml)
were split between two 2-ml tubes. Nucleic acids were
precipitated by the addition of 1 volume of isopropanol
for 10min at room temperature and centrifuged for
3min at 13,000xg. Pellets were resuspended and
pooled in 450 ul of 100 mm phosphate buffer (pH 8),
and 50pul of 5m potassium acetate. The tube was
placed on ice for 90 min and centrifuged at 13,000xg
for 30 min. The supernatant was transferred to a new
tube containing 20 ug of RNase (1 mg/ml) and incu-
bated at 37°C for 30 min. Phenol-chloroform-isoamyl-
alcohol (25:24:1) was added, mixed for 5min, and
centrifuged for 5min at 13,000 g. Nucleic acids were
precipitated by the addition of 50 ul of 3M sodium ac-
etate and 1 ml of absolute ethanol to the supernatant.
The tube was incubated for 5 min at room temperature,
and the nucleic acids were recovered by centrifugation
at 15,000xg for 5min. The DNA pellet was finally
washed with 70% ethanol, dried, and resuspended in
100 pl of TE buffer. Recovered DNA was purified using
AutoSepTM G-50 (Amersham Pharmacia Biotech).

16S rDNA amplification, cloning and restriction frag-
ment length polymorphism. Two universal primers,
27F (5" AGAGTTTGATCCTGGCTCAG 3') and 1492R
(5" GGTTACCTTGTTACGACTT 3’) were used in PCR
to amplify the 16S rRNA coding region (rDNA). The
amplification reaction was performed using the follow-
ing program: 20 cycles consisting of 96°C for 10s,
53°C for 10s., 72°C for 4 min, and a final extension
period of 72°C for 10 min. PCR products were cloned
into the plasmid vector pCR2.1 and competent Esch-
erichia coli INVa, were transformed using a TA-cloning
kit (Invitrogen), according to manufacturer’s instruc-
tions.
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The inserted DNA region was amplified by the PCR
with the set of primers. PCR products were digested
with Haelll restriction endonuclease and grouped by
the pattern of band on an acrylamide gel electrophore-
sis.

Sequence analysis and nucleotide sequence acces-
sion number. The representative of the groups was
sequenced using a DYEnamic ET Terminator Cycle
Sequencing Kit (Amersham Biosciences). The nu-
cleotide products and their sequences were analyzed
on a DNA analyzer system (ABI PRISM 3100, Applied
Biosystems) and with BLAST search (http://www.ncbi.
nim.nih.gov/BLAST/). All near-full-length sequences
were tested for possible chimeric structures. Chimeras
were detected by the RDP analysis service Check
Chimera (Larsen et al., 1993).

Clone 16S rDNA sequences, their closest relatives
identified from database searches, and appropriate
type strain sequences were aligned with Clustal W
(Thompson et al., 1994) and phylogenetic trees were
constructed by the neighbor-joining method (Saitou
and Nei, 1987) with Clustal W. The near-full-length
16S rDNA sequences have been deposited in the
DDBJ database under accession numbers AB218288
to AB218350 and AB264058 to AB264084.

Results

A total of 709 16S rRNA genes, nearly complete se-
quences averaging 1,500 bp, were obtained from the
dugong’s fecal sample. Only one of the sequences
was identical with Catabacter hongkongenesis HKU16,
indicating that the study was far from defining the full
extent of the taxonomic diversity contained within the
libraries (Table 1).

Based on phylogenetic analysis of these sequences,
the representatives of six bacterial phyla could be
identified: Actinobacteria, Bacteroidetes, Firmicutes,
Lentisphaerae, Proteobacteria (delta subclass) and
Verrucomicrobia. The vast majority (83.1%) of the se-
quences were affiliated with Firmicutes. Except for
one, none of the sequences matched any 16S rRNA
gene sequence that was derived from a previously cul-
tivated species, and therefore the majority of the se-
quences that were obtained in this study represented
microbial species previously uncharacterized. In many
cases, there were nearest matched clones to the 16S
rRNA genes of uncultured bacteria from pig and
human digestive tracts detected previously. Figures 1
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to 4 show the phylogenetic deductions among one of
the taxonomic units affiliated with Clostridium, which
was divided into 19 major clusters (Collins et al.,
1994). The majority (386 clones) of our sequences
was associated with these clusters, primarily with Sub-
cluster XlVa (186 clones), which includes Clostridium
polysaccharolyticum and Eubacterium xylanophilum.
Similarly, large numbers of sequences were associ-
ated with Cluster IV (85 clones) and Cluster | (68
clones). Small numbers of the sequences were associ-
ated with Cluster Il (11 clones), Cluster IX (20 clones)
and Cluster XI (16 clones).

The similarity in the patterns of compositional per-
centage of the major three groups, Mollicutes (34—
37%), and Clostridium rRNA clusters | (12—-19%) and
IV (14-28%) was observed between the above-men-
tioned commercial kit and procedures described by
Godon et al. (1997) for bacterial DNA extraction, as
sampled in May 2000 (Sample A and B, Table 1).

Variations in patterns of the compositional percent-
age of clones detected were observed between fecal
samples of May 2000 and October 2004 or August
2005, showing a drastic shift of major groups from
Mollicutes and Clostridium rRNA Clusters | and IV in
the year 2000 to Clostridium rRNA Subclusters XIVa
and Cytophaga-Flexibacter-Bacteroides in the years
2004 and 2005.

Discussion

The first attempt to describe the bacterial biota in
fecal contents of the dugong was carried out using
16S rDNA library analysis and suggested the exist-
ence of bacterial species newly found not only in the
digestive tract but also in natural field.

The nearest species from BLAST search were gas-
trointestinal bacteria from pigs (Leser et al., 2002), hu-
mans (Derrien et al., 2004; Dewhirst et al., 2001), mice
(Dewhirst et al., 1999; Ley et al., 2005; Salzman et al.,
2002), and wild herbivores (Nelson et al., 2003). They
were also the bacteria in the rumen and intestinal di-
gestive tract of dairy cattle (Tajima et al., 1999), al-
though it was of low similarity.

In general, the bacterial biota in the digestive tracts
of terrestrial and marine herbivores can vary depend-
ing the digestion mode and system, which is repre-
sented by fore stomach fermentation and hindgut fer-
mentation. As the library of fecal clones found in this
study was compared with that of the microbiota in di-
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1|(mEng.xz (AB218315)
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dgA-83 (AB218309)
dgC-130 (AB218346)
Uncultured bacterium clone p-956-s962-5 (AF371797)
dgC-85 (AB218344)
Uncultured bacterium clone Thompsons100 (AY 854298)
Lachnospiraceae bacterium19gly4 (AF550610)
Papillibacter cinnaminovorans DSM 12816 (AF167711)
1000g= dgA-54 (AB218296)
Uncultured bacterium clone ELAND_41 (AY858503)
Clostridium orbiscindens DSM 674 (Y 18187)

Uncultured bacterium clone p-5460-2Wb5 (AF371948) CLUSTER III

Clostridium viride DSM 6836 (X81125)
L) 1000 dgD-185 (AB264082)
Uncultured rumen bacterium clone U29-D02 (AB185773)

00— dzCR2 (AB21834])
Uncultured eubacterium WCHB1-54 (AF050582)

1000 gme= Clostridium josui FERM P-9684 (AB011057)
289 Clostridium cellulolyticum ATCC 35319 (X71847)
999, Clostridium straminisolvens CSK1 (AB125279)
5 I E
083 Clostridium thermocellum DSM 1237 (L09173) CLUSTER III

1000 100g- dgC-113 (AB218338)

L3} Re— Uncultured bacterium clone C288 (AY916331)
Clostridium thermolacticum TX41 (X72870)
1000 p=dgB-96 (AB218322)

dgC-20 (AB218350)

Uncultured bacterium clone C437 (AY985477)

444

996

1000,

45 Unidentified rumen bacterium RC5 (AF001698)
725 292 Uncultured Clostridiaceae bacterium  clone:Rs-K46 (AB089011)
[ | 982, 999, dgA-80 (AB218302)
s Uncultured bacterium clone p-5291-2Wa3 (AF371940)
223 dgD-113 (AB264073)

10004 dgD-165 (AB264080)
& Ruminococcus sp. CCUG 37327 A (AJ318864)
1000 Desulfosporosinus sp.Laulll (AJ302078)
1000 Peptococcaceae bacterium Y5 (AY233860)
e Desulfitobacterium frappieri DPT (AJ276701)
7 973, Aneurinibacillus terranovensis LMG 22484 (AJ715390)
L Alicyclobacillus hesperidum DSM 12766 (AB059679)
Aquifex pyrophilus Kol5a (M83548)

0.1

Fig. 1. Phylogenetic tree of cloned 16S rRNA genes and their closest relatives-1.

The tree was created using the neighbor-joining method with Clustal W. The numbers on the tree indicate bootstrap
values for the branching points. The sequence data for closest relatives were obtained from the DNA databases (Gen-
bank/EMBL/DDBJ). Clone names, dgA, dgB, dgC, and dgD were sequenced in this study (See in Table 1).
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545 Clostridium saccharolyticum DSM 2544 (Y 18185)
1000 Clostridium amygdalinum BR-10 (AY353957)
Clostridium xylanolyticum DSM 6555T (X76739)

Butyrate-producing bacterium SM4/1 (AY305314)
1000 = dgD-19 (AB264063)

547 Clostridium symbiosum ATCC 14940 (M59112)

537 s C [0S tFidiUm aminophilum F (L04165)

1000 [Bacterium mpn-isolate group 19 (AF357567)
Uncultured bacterium clone p-1977-s962-5 (AF371543)

Butyrate-producing bacterium SR1/1 (AY305321)

1000 [ng—67 (AB218326)
dgC-129 (AB218345)
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996 Ruminococcus torques ATCC 27756 (D14137)
1000 g Clostridium sp. 14505 (AJ318890)
393 Butyrate-producing bacterium A2-231 (AJ270484)
202 Butyrate-producing bacterium L2-12 (AJ270488)
266 1000 p=dgC-170 (AB264059)
841] dgD-52 (AB264068)
208 L Uncultured bacterium clone p-2418-55G5 (AF371611)
Roseburia intestinalis 1.1-82 (AJ312385)
ﬁ:ng—lm (AB264072) Cluster XIVa
- Lachnospira pectinoschiza clone 1-10 (AY 169414)
723 Clostridium fimetarium Z-2189 (DSM 9179)
1000 dgC-100 (AB218340)
_:Uncullured bacterium clone p-1321-a5 (AF371673)
1000 ydgD-50 (AB264067)
213] 990 _L dgD-96 (AB264071)
Clostridium polysaccharolyticun DSM 1801 (X77839)
_E[Jncultured bacterium clone p-211-05 (AF371674)
564 Eubacterium xylanophilum ATCC 35991 (L.34628)
Clostridium populeti ATCC 35295 (X71853)
756 dgA-181 (AB218298)
ﬂ[— dgA-73 (AB218300)
226 dgA-71 (AB218299)

Uncultured bacterium clone p-30-a5 (AF371665)
Clostridium indolis CM971 (AF028351)
Uncultured bacterium clone p-1894-s962-3 (AF371638)
67_9 SllJScultured bacterium clone p-2001-s959-5 (AF371658)
Mr Butyrate-producing bacterium SM6/1 (AY305318)
536 Eubacterium halii ATCC 27751 (L34621)

1000 Clostridium sp. ID11 (AY960565)
deC-172 (AB218343)

969
dgB-20 (AB218320)
1000 E Clostridium lentocellum DSM 5427 (X71851)
83 Clostridium lentocellum DSM 5427 (X76162)
289 Metabacterium polyspora clone M 1.6 (U22332)
1000 dgD-197 (AB264084)

Epulopiscium sp. N.1._1_clone_5 (AY 844964)

dgD-7 (AB264060)

969893 .
Uncultured bacterium clone M3_e02 (DQO015386)
Aquifex pyrophilus
0.1 Kol5a (M83548)

Fig. 2. Phylogenetic tree of cloned 16S rRNA genes and their closest relatives-2.
See the legend to Fig. 1 for explanation.
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997
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dgA-143 (AB218292)
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Clostridium sartagoformum DSM 129 (Y 18175)
Clostridium tertium DSM 2485 (Y 18174)
dgB-159 (AB218318)
dgB-33 (AB218323)
Clostridium frigidicarnis SPLTTA (AF069742) Cluster I

Clostridium cellulovorans DSM 3052 (X73438)
dgA-13 (AB218293)

795 35 [48%10A-121 (AB218294)
5561 L. dgB-84 (AB218319)
dgD-151 (AB264078)

dgA-7 (AB218295)

782 999 995 b dgC-58 (AB218337)

857y Clostridium sp. 25 (AF191250)
1000 B Clostridium thiosulforeducens LUP 21 (AF317650)
814

780

638
466

Clostridium subterminale DSM 6970 (AB294137)
Red Sea bacterium KT-2K1 (AJ309522)

Clostridium tetani NCTC 279 (X74770)

573 Clostridium limosum ATCC 29065 (M59096)
1000 = Clostridium proteolyticumn DSM 3090 (X73448)

tum proteolyti Cluster 11
Clostridium histolyticum ATCC 19401 (M59094)

726

Unidentified eubacterium from anoxic bulk soil (cloneBSV34) (AJ229194)
dgC-140 (AB218342)

Clostridium cylindrosporum DSM 605 (Y 18179)

Caloramator sp. PPfSOE1 (AY548786)

Uncultured Eubacteriaceae bacterium clone:Rs-E61 (AB088987)
dgB-141 (AB218325)

Eubacterium brachy ATCC 33089 (Z236272)
1000 * Eubacterium sp. oral strain A35MT (AF287761)
Fusobacterium sulci ATCC 35585 (AJ006963)

dgA-38 (AB218304)
448

Clostridium aminobutyricum DSM 2634 (X76161)
Anaerovorax odorimutans Norput (AJ251215)
Eubacterium saphenum ATCC 49989 (U65987) Cluster XI
Eubacteriaceae oral clone MCE10_174 E2 (AF481212)

] 681

583 p= Mogibacterium neglectum ATCC 700924 (AB037875)
41000EM0gibacterium vescum ATCC 700697 (AB021702)
262 Mogibacterium pumilum ATCC 700696 (AB021701)
dgA-3 (AB218305)

982 E

ubacterium tenue ATCC 25553 (M59118)
1000 Clostridium mayombeii (M62421)

Clostridium paradoxum DSM 7308T (Z69942)

1000 pSedimentibacter hongkongensis KI (AY571338)
780} 575 §_|90 !Sedimentibacler hongkongensis HKU2 (AF433166)
1000 dgA-44 (AB218310)
997 Sedimentibacter sp. D7 (AY766467)
962 Clostridium sp. LTR1 (AF427155)
947 Peptostreptococcus prevotii ATCC 9321 (D14139)
492 Peptostreptococcus lacrimalis JCM 8139 (D14141)
- Peptostreptococcus micros GIFU 7701 (D14143) Cluster XIII
754 a4l Clostridium sp. BN 11 (X75909) Cluster XII
1 00)() e Cl0striclium barkeri (M23927)
e Eubacterium limosum ATCC 8486 (M59120) CIUSter XV
Aquifex pyrophilus
0.1 Kol5a (M83548)
Fig. 3.

Phylogenetic tree of cloned 16S rRNA genes and their closest relatives-3.

See the legend to Fig. 1 for explanation.
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626§ Bulleidia moorei AHP 13983 (AY044915)
1000 J= Solobacterium sp. oral clone K010 (AY005052)
Ilfulleidia moorei JCM 10645 (AY044916)
779 k== Solobacterium moorei isolate:RCA59-75 (AB031057)
dgA-88 (AB218311)

1000

1000

1000

9391779

Holdemania filiformis ATCC 51649 (Y 11466)
1000 dgC-125 (AB218347) Mollicutes
Allobaculum stercoricanis DSM 13632T
Clostridium sp. ID4 (AY960571) (AJ417075)
Eubacterium biforme ATCC 27806 (M59230)
Clostridium innocuum (M23732)
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999

902| |
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671
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7281791 X
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1000
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1000

698

ﬂ: Uncultured bacterium clone p-286-a3 (AF371705)
Phascolarctobacterium faecium ACM3680 (X72867)
Sporomusa termitida JSN-2 (M61920)

299 1000

982

512
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Pectinatus cerevisiiphilus ATCC 29359 (AF373026)

Selenomonas sputigena ATCC 35185 (AF373023)
Selenomonas lacticifex DSM 20757 (AF373024)
Megasphaera elsdenii (M26493)
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1000
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4El 000 k= Uncultured bacterium clone ELAND_96 (AY858543) )
dgC-139 (AB218349) Proteobacteria

1000 EDesulfovihrin sp. clone IrT-JG1-71 (AJ295669)
Desulfovibrio oryzae DDv (AF273083)

999 dgC-74 (AB218348)
1000 |_: Uncultured bacterium clone vadinHB65 (U81755)

1000
942

Victivallis vadensis Cello (AY049713)
Cytophaga sp. Dex80-64 (AJ431235) Lentlsphaerae

—1032

Cytophaga sp. Dex80-43 (AJ431234)

84

Olsenella uli ATCC 49627 (AF292373)

998
E: Olsenella profusa D315A-29 (AF292374)
Atopobium vaginae VA14183_00 (AF325325)

982

Atopobium parvulum ATCC 22793 (AF292372)

1000

dgC-118 (AB218329) Actinobacteria
Uncultured bacterium clone p-275-05 (AF371713)

488

Denitrobacterium detoxificans MAJ1 (AF079507)

[

38

dgD-191 (AB264083)

745

Collinsella sp. RCA55-5 (AB037381)

1000

Akkermansia muciniphila Muc (AY271254)
792]dgD-149 (AB264077)

5
Uncultured bacterium HuCA 18 (AJ408970)
Uncultured bacterium L10-6 (AJ400275)
dgA-65 (AB218312)

Verrucomicrobia

o 1000

dgD-170 (AB264081) (AJ441243)
Uncultured Verrucomicrobia bacterium clone P. palm A 54

Agquifex pyrophilus Kol5a (M83548)

0.1

Fig. 4.

See the legend to Fig.

Phylogenetic tree of cloned 16S rRNA genes and their closest relatives-4.

1 for explanation.
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1000 p== dgB-89 (AB218314)
Bacteroides sp. CIP103040 (AF133539)
Bacteroides thetaiotaomicron 17.4 (AY319392)
730 Bacteroides acidofaciens A43 (AB021165)
Bacteroides sp. BV-1 (X89217)
dgC-101 (AB218332)
917y Bacteroides sp. AR20 (AF139524)
wEBacreroides uniformis mat-344 (AB215084)
dgB-5 (AB218313)

Bacteroides eggerthii NCTC 11185 (L16485)

772 p Bacteroides vulgatus JCM 5826T (AB050111)

563 PBacterium mpn-isolate group 5 (AF357553)
10008 45C-30 (AB218330)
— dgD-135 (AB264075)
971 dgD-156 (AB264079)

E 932 dgD-138 (AB264076)
1000 |! Uncultured bacterium clone C686 (AY985676)
916 Parabacteroides merdae clone 1-18 (AY 169416)
1000 g Parabacteroides distasonis ATCC 8503 (M86695)
[dgC-78 (AB218331)

582

1000

942
998 Bacteroides sp. ASF519 (AF157056)

2091 197 I: Bacterium mpn-isolate group 6 (AF357554)

dgA-180 (AB218288)

Tannerella forsythensis Ko3 (AB053943)

962 505 gdgA-52 (AB218301)
1000 tng- 128 (AB264074)
1000 dgD-23 (AB264064)

Prevotella ruminicola TC2-3 (AF218617)
997y dgC-158 (AB264058)
1000k dgD-17 (AB264062)
dgD-75 (AB264070)

1000

647 = Uncultured bacterium clone C5-79 (DQ113691)
Uncultured bacterium clone MHO03 (AY982206)

527 Uncultured rumen bacterium clone S7 (DQ256287)
T 1000 gBacteroides sp. CCUG 39913 (AJ518872)
530 Bacteroides sp. ANH 2438 (AJ518875)

[Alistipes finegoldii ANH 2437 (AJ518874)
1000 = dgC-96 (AB218335)

f?(;lééeraides sp. Smarlab 3302398 (AY538696)
Alistipes massiliensis 3302398 (AY547271)

936Unculturec[ bacterium clone M516 (AY916163)
dgC-176 (AB218334)

Bacteroides putredinis ATCC 29800 (L16497)
1000 y Uncultured bacterium clone C706 (AY916343)

‘—LdgC-zs (AB218333)

Rikenella microfusus ATCC 29728 (L16498)

Anaerophaga thermohalophila Fru22 (AJ418048)

270

917

999

1000

992

661

dgA-11 (AB218289)

I&: dgD-59 (AB264069)
527 1000 Bacteroidetes bacterium Smarlab 3301186 (AY538684)

Uncultured bacterium clone C272 (AY985351)

1000 r Uncultured bacterium clone p-317-a3 (AF371895)

Prevotella sp. oral clone AO036 (AY005054)
Prevotella melaninogenica ATCC 25845 (L16469)

Uncultured Bacteroidetes bacterium clone NEC02083 (AY911436)

731 992 Uncultured bacteroidetes bacterium S15A-MN74 (AJ534683)
1000 1000 Uncultured bacterium clone FE1 (AY553946)

Uncultured Bacteroides sp. clone KB-1 1 (AY780552)

0.1

Fig. 5. Phylogenetic tree of cloned 16S rRNA genes and their closest relatives-5.

See the legend to Fig. 1 for explanation.
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gestive tract of dairy cattle, a fore stomach fermenter,
there were differences in the compositional percentage
of the clones between the dugong’s fecal contents and
contents of the rumen and feces of dairy cattle. The
composition of the Firmicutes phylum was higher for
the dugong’s fecal contents (83.1%) as compared
to those of cattle’s ruminal contents (52.4%), while
the lower composition of Cytophaga-Flexibacter-Bac-
teroides of the dugong (15.0%) was observed as com-
pared to the cattle (38.1%, Tajima et al., 1999). A large
difference of microbiota in fecal contents of the dugong
and cattle was also observed for the compositional
percentage of Clostridium rRNA Cluster IV (12% and
46%), while that of Cytophaga-Flexibacter-Bacteroides
was similar for both animals (Ozutsumi et al., 2002).

In contrast, the similar compositional percentages of
Firmicutes, Cytophaga-Flexibacter-Bacteroides, and
Clostridium rRNA Subcluster XIVa were observed for
the dugong and horse, hind gut fermenters, for which
the latter showed values of 72%, 20%, and 37%, re-
spectively (Daly et al., 2001). There was a similar ob-
servation of the mirobiota in human vegetarian feces,
which showed 90.7% of Fermicutes, 59.6% of Clostrid-
ium rRNA Subcluster XlIVa, and 6.0% of Cytophaga-
Flexibacter-Bacteroides (Hayashi et al., 2002b). How-
ever, no bacterial species contributing to the fiber
degradation in the proximal colon was identified in this
study, suggesting that the fiber-degrading bacteria,
such as Ruminococcus albus, Ruminococcus flavefa-
ciens, and Fibrobacter succinogenes, may be a minor
species, at least less than detection levels. One hun-
dred and eighty-six of the clones were found to belong
to Subcluster XIVa, which includes large numbers of
butyrate-producing bacteria and Ruminococcus sp.
Since the higher proportion of butyric acid in the intes-
tinal contents and cultures of feces of dugongs as com-
pared to that of other animals was previously observed
(Goto et al., 2004b; Murray et al., 1977), some of the
bacteria in the Subcluster XIVa may be associated
with decomposition of the fiber and butyric acid gener-
ation. Some clones in Cluster IV were comparatively
closer to Ruminococcus flavefaciens, although there
was no evidence of similarity (>97%) with the known
fiber-degrading bacteria. In previous study, 10°-10™
colony forming units g~' of cellulose-utilizing bacteria
were detected under a culture method (Goto et al.,
2004b). The Cluster IV and XlIVa population might ac-
count for cellulose-utilizing bacteria population.

Within the same group of hindgut fermenters includ-
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ing the horse, manatee, and dugong, the bacterial flora
may be varied according to several complicated fac-
tors. The major ones are species, age, habitat, eating
habit, digestive tract, and tract position. The large ca-
pacity of cecum, proximal colon, and distal colon in the
dugong (Kamiya et al., 1979) can therefore induce dis-
persive bacterial biota of the individual, consistent with
the complexity of the establishment of the microbiota
in the digestive tract which was indicated for human
feces (Hayashi et al., 2002a; Kageyama and Benno,
2000) and pigs (Simpson et al., 2000). Simpson et al.
(2000) reported distinct differences of the bacterial
biota in feces of the pigs produced from the same par-
ent and fed the same diets. Thus, detailed compar-
isons of the compositional percentage of the micro-
biota in the digestive tract of different animal species
are needed not only in the literature but also in experi-
ments of their nutrition, digestion, and metabolisms.

Large differences of the bacterial biota were also
observed between samples collected in May 2000
and October 2004 and/or August 2005. In May 2000,
Mollicutes (34-37%), nearest to Bulleidia moorei
AHP13983 (Downes et al., 2000; Kageyama and
Benno, 2000), was decreased in 2004 or 2005. It was
not clear whether it was due to seasonal variations,
which can be associated with seasonal variations in
chemical compositions and digestion potential of eel-
grass fed, or changes of the physiological and/or di-
gestion metabolism of the dugong, which can be asso-
ciated with aging of the animal. There was, however,
no report that the feeding and holding conditions at
Toba Aquarium greatly changed in last several years
or that, except for immature animals, the bacterial
biota in the digestive tracts of grass-eating animals
greatly changes with aging. As indicated by severe po-
larizations of the bacterial biota of the captive dugong,
in which one phylotype occupied over 30% of the total
in the samples of this study, a sole feeding of eelgrass
at the aquarium would be easily reflected in the micro-
biota of the dugong. Thus, greater quantitative and
qualitative variations of the microbiota in the hindgut
between captured and wild-living dugongs should be
certainly expected.

In this study, the whole biota of the dugong feces
was characterized by 16S rDNA library sequence, indi-
cating the presence and new findings of unknown
species in the hindgut of the dugong. Technical proce-
dures for bacterial DNA extraction used in this study
were also relevant to overcome differences of cell wall
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structure such as gram-positive and gram-negative
bacteria in the fecal samples of a dugong. Further re-
search is needed to isolate and elucidate the function
and activity of each colony, especially in relation to
fiber digestion of this marine herbivore.
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