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Abstract
[ Method ] Total DNA was extracted from rumen content of wild B. taxicolor. A pair of methanogenic archaea’ s specific PCR primers were used for

[ Objective | To investigate the composition and diversity of methanogenic archaea in the rumen of wild Budorcas taxicolor bedfordi.

16S rRNA specific amplification and a clone library was constructed for the DNA samples. Positive clones were analyzed by PCR-restriction frag-
ment length polymorphism (PCR-RFLP) and the clones with unique Haelll patterns were selected for sequencing and constructing 16S rRNA gene
phylogenetic tree. [ Result | Based on Haelll digestion and sequencing results,a total of 105 positive clones randomly screened from the library
were classified into 14 operational taxonomic units (OTUs). Phylogenetic analysis showed that these clone squences belonged to Euryarchaeota
and they were divided into three families: Methanobacteriaceae , Methanomassiliicoccus and Methanosarcinaceae. The similarity between 57 se-
quences and cultured archaea was above 97% and they belonged to Methanobrevibacter millerae , Methanobrevibacter olleyae and Methanobrevibacter
thaueri. Other 48 sequences had an higher similarity with uncultured archae ,containing 11 OTUs. [ Conclusion] The methanogenic archaea in the

rumen of wild B. taxicolor had an abundant diversity methanogens and there might be a new taxon.
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Table 1 Sequence alignment results of 16S rRNA of methanogenic archaea in the rumen of wild Budorcas taxicolor bedfordi

ox =N S, A2, B N T
one epresentative The most similar L
Group numbers clones strains Similarity // %
Methanobacteriaceae (68.57% ) 42 G97 Methanobrevibacter millerae ( AY196673) 98.89
12 G2 Methanobrevibacter olleyae ( AY615201) 98.49
3 G50 Methanobrevibacter thaueri (U55236) 99.00
11 G53 Uncultured bacterium ( DQ123883) 97.07
3 G98 Uncultured bacterium ( DQ402025) 96.50
1 G134 Uncultured bacterium ( EU413625) 96.79
Methanomassiliicoccus (27. 62% ) 16 G4 Uncultured bacterium ( DQ445723) 97.27
4 G59 Uncultured bacterium ( EF055550) 98. 65
1 G17 Uncultured bacterium( AY995282) 97.37
2 G125 Uncultured bacterium (DQ372972) 99.59
3 G9 Uncultured bacterium (DQ123862) 95.94
2 G112 Uncultured bacterium ( DQ402028 ) 91.10
1 G136 Uncultured bacterium ( EF055546) 96.50
Methanosarcinaceae (3. 81% ) 4 Gl6 Uncultured bacterium ( AJ606403 ) 95.39
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Fig.2 Phylogenetic tree analysis based on 16S rRNA gene clone library of methanogenic archaea in the rumen of wild Budorcas taxicolor bed-
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