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Fig.4 Maximum likelihood 16S rDNA tree showing positions of phylotypes of eubacteria associated with marine sponge pachychalina sp. cultured at 16°C and
30°C. A phylotypes affiliated with Gammaproteobacteria Alpha- Gamma- proteobacteria other uncultured bacteria and actinobacteria. Partial 16S rDNA
sequences obtained from the clone libraries of eubacteria associated with marine sponge pachychalina sp. cultured at 16°C and 30°C and their closest matching
entries in GenBank were included in the analysis B phylotypes affiliated with Sulfate bacteria Desulfobacteria and Hydrocarbon bacteria. Partial 16S rDNA
sequences obtained from the clone libraries of eubacteria associated with marine sponge pachychalina sp. cultured at 16°C and 30°C and their closest matching
entries in GenBank were included in the analysis. LT + No. means the bacteria associated with marine spong cultured at 16°C HT + No. means the bacteria

associated with marine spong cultured at 30°C . The scale bar indicates 10% nucleotide change per 16S rDNA position.
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Effect of temperature on the eubacteria associated with marine sponge Pachychalina sp.
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Abstract Temperature is important factor affecting the bacterial diversity. Objective In order to disclose the effect of
temperature on the diversity of microorganisms. Methods The diversity of microorganisms associated with the sponge
Pachychilina sp. at 16°C and 30°C of the seawater in the Gulf of Zhanjiang was examined by a restriction fragment length
analysis termed ARDRA  amplified rDNA restriction analysis and 16S rRNA-encoding DNA rDNA sequence analysis The
computer-aided clustering was performed after separate restriction analysis with enzymes Haelll . Results By this method 100
cloned 16S rDNA fragments were clustered into a total of 34 different groups at 16°C and 32 different groups at 30°C . Hae [l
ARDRA patterns showed different among eubacteria living at different temperature degree whereas the whole communities of
eubacteria were not changed distinctly. Screening 60 clones by sequence analysis suggested vast majority of eubacteria related to
a Y O subclasses of the class Proteobacteria some related to sulfur bacteria  desulfobacter and hydrocarbon utilizing bacteria

minority belonging to actinomyceten at 16°C and 30°C . o subclass of the class Proteobacteria were the predominant bacteria at
30°C and 7- Proteobacteria were predominant bacteria at 16°C  additionally sulfur bacteria and desulfobacter were mainly
attributed to chilly-enduring bacteria. Sequence analysis of clones with an identical ARDRA pattern confirmed that members of an
ARDRA group were closely related to each other.
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