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Fig.3  Phylogenetic tree of the archaea associated with the marine sponge Pachychalina sp.
Ecolutionary distances were calculated by the method with Kimura 2-parameter calculation model and the topology was inferred
by the neighbor-joining method based on footstrap analysis of 100 replicates.
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Archaeal diversity associated with sponge Pachychalina sp. analyzed
by culture-independent approach

FANG Zai-guang HUANG Hui-qin ZHANG Kai-shan = PAN Zhi-giang BAO Shi-xiang"
State Key Laboratory of Tropical Crop Biotechnology Chinese Academy of Tropical Agricultural Sciences  Haikou 571101 China

Abstract With culture-independent approach  microbial total DNA was directly extracted from Pachychalina sp. Using
the total microbial DNA as template archaeal 16S rDNAs were amplified by PCR with universal primers. Amplified
products were cloned into T-vector and secondarily amplified by PCR. Then the secondarily amplified products were
purified to be further characterized by termed ARDRA amplified rDNA restriction analysis ARDRA . According to the
enzyme restriction mapping the apparent difference among them were disclosed. Further more eight archaeal cloned
partial sequences were acquired and builded up a phylogenetic tree. In the phylogenetic tree the eight archaea belonged
to Methanogenium organophilum and Methanoplanus petrolearius  but the 16S rDNAs similarities among them and those
archaea registered in RDP Database didn’ t excess to 90% . It means that they maybe represent some novel archaeal
groups.
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