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Fig.1  Micrograph of disassociated and purified sponge cells 400 x .
A Disassociated sponge cells without spiculas B Purified sponge cells by

washing and centrifugation.
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Fig.2  Neighbor-joining phylogenetic tree from the analysis of 16S rDNA gene sequence of sponge cell-endo bacteria. A Phylum of alphaproteobacteria B

Phylum of gammaproteobacteria C  Phylum of Planctomycetes .“

Hp” refers to the sequence obtained in this study. Numbers in parentheses represent the

sequences accession number in GenBank. The number at each branch points is the bootstrap value. Bar 10% sequence divergence.
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Table 2 Sequence analysis comparison of sponge-associated bacteria and
3 Planctomycetes
sponge cell-endo bacterial 16S rDNA clones of Hymeniacidon perleve
- 16S rDNA
Subgroup Sponge tissue Sponge cells

a- Proteobacteria 6/14 43% 5/13 39%

Y- Proteobacteria 7/14 50% 5/13 39% Fieseler * Aplysina
Planctomycetes 0/14 0% 3/13 23% aerophoba 157 2
Actinobacteria 1714 7% 0/13 0%

2 16S rDNA
1 Fieseler
Actinobacteria Friedrich >
Actinobacteria o . PIA46 Anlvsina
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Phylogenetic diversity of endocellular bacteria marine sponge Hymeniacidon perleve

JIN Yan GUO Peng-fei SUN Li-ming YU Xing-ju ZHANG Wei"
Marine Bioproducts Engineering Group — Dalian Institute of Chemical Physics Chinese Academy of Sciences Dalian 116023  China

Abstract Marine sponges are hosts of diverse bacteria that live in both intracellular and intercellular spaces of the multi-
cellular animals. The aim of this study is to investigate the bacteria diversity inside the marine sponge cells of
Hymeniacidon perleve by 16S rDNA gene sequences. To obtain pure sponge cells a protocol has been developed in which
the sponge tissues were firstly dissociated in CMFSW and cleaned several times. The purified sponge cells were subject to
extraction of endocelluar bacterial DNA. The endocellular bacterial phylogenetic diversity of the marine sponge was
determined by RFLP-16S rDNA sequencing of cloned DNA fragments. Thirteen of isolated 16S rDNA gene sequences
were attributed to be a-Proteobacteria 5 7~ Proteobacteria 5 and Planctomycetes 3 . When compared to the
bacterial diversity of the sponge tissues o- and [B-proteobacteria are still the dominant bacteria genes however
Planctomycetes was not obtained in the sponge tissuse. These results indicated a different bacterial diversity in the sponge
cells and sponge tissues.

Keywords Marine sponge Hymeniacidon perleve Endocellular bacteria 16S rDNA gene sequence Phylogenetic
diversity
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