44 4 Vol.44 No.4
2004 8 Acta Microbiologica Sinica August 2004

Pachychalina sp.

571101
DNA DNA PCR
16S rDNA 16S rDNA ARDRA Pachychalina sp.
16StDNA  ARDRA
22 16S rDNA Y-proteobacterium  a-proteobacterium

RDP 16S rDNA
Pachychalina sp.
Pachychalina sp. 16S rDNA
Q93 A 0001-6209 2004 (04-0427-04

27F 1510R T7  SP6
UNIQ-10 DNA

pGEM-T Promega
' 16S rRNA 1.2
Pachychalina sp.

2 -70C 24h
1.3 DNA
1.5¢ Pitcher 7
! DNA
30 1.4 16SrDNA PCR
16S rDNA
- 27F 5'-AGAGTTTGATCATG-
Pachychalina sp. GCTCAG-3’ 1510R 5’-GGTTACCTTGTTACGACTT-
3’ PCR PCR
Pachychalina sp. DNA Alul 37C 1h
16S rDNA 60°C I5min  PCR 50pl Spl
10 x buffer 1.0pL 10mmol/L. dNTPs  10mmol/L
27F/15PR - 1pL 1.0pL DNA 2U Taq
DNA PCR 94°C 3min 94°C 50s
52°C 1min 72°C 1.5min 30 72°C 10min
1.1 1.5
PCR PCR DNA

Tel 86-898-66890695 Fax 86-898-66890978 E-mail bsxhhq@ yahoo.com. cn
1975 - E-mail abslont @ hotmail . com

2003-12-15 2004-03-01

© PERZFRMEDHRATIKESHEE http://journals. im ac. cn



428 44
pGEM-T SP6 PCR 1.7kb
Escherichia coli  XL1 blue T-vector T7  SP6 DNA
pGEM-T T7  SP6 209bp 2
PCR 50pL. SpL buffer  1pl M
10mmol/L. dNTPs ~ 10mmol/L. T7/SP6 1.5pL :
2U Taq DNA PCR 94°C 5min oy o
94°C 30s 60°C Imin 72°C 1.5min 30 72°C _—
10min 1.2% UNIQ- -
10 DNA
Haell 3h 1 16S rDNA PCR
Fig.1 PCR amplification of total DNA with bacterial 16S rDNA primer
1.6 M. DNA Marker DI.2000 CK. Control 1~ 2.PCR amplication of bacterial
6% 168 rDNA.
8
1.7 16S rDNA o
» 2000— ~1.7kb
Al A2 A7 A9 All A13 Al4 Al18 1000—
A23 A25 A26 AS52 B23 B24 B26 B27 B29 B30 ;5)8:
B33 B34 B35  B38 250—
CLUSTALW 100—
Treeconw 1.3b PHYLIP 2 168 rDNA
v3.57 Fig.2  Secondary PCR amplification of bacterial 163 DNA with T7 and
Pachychalina sp. SP6
M.DNA Marker DI2000 1 ~7. Secondary PCR amplification of bacterial
2 16S rDNA.
2.1 DNA PCR 2.2
Hae Il 6%
DNA DNA 21.0kb 27F
1510R DNA 3
1.5kb ARDRA
Alu T ARDRA
16S rDNA
1 T7
bp M 1234567 rs_o 10 1112 1314 15 16 1718 19 20 2122 23 24 2526 27 28 293031 32 33 34
2000—
wo— i
500—

3

Fig.3 The silver-staining result of 16S rDNA restricted by Hae [ll
M. DNA Marker DI2000 1 ~34. The bands of 16S rDNA restricted by Haelll .
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Fig.4 Phylogenetic tree of the bacterium associated with the Marine spong Pachychalina sp.
Evolutionary distances were calculated by the method with Kimura 2-parameter calculation model and the topology was inferred by the neigh-
bor-joining method based on bootstrap analysis of 100 replicates. Bar 0.1 substitution per nucleotide.
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Phylogenetic Diversity of Bacterium Associated with the Sponge Pachychalina sp.

FANG Zai-Guang HUANG Hui-Qin  CAI Hai-Bao LU Jia-Sen BAO Shi-Xiang”
State Key Laboratory of Tropical Crop Biotechnology Chinese Academy of Tropical Agriculture Sciences  Haikou 571101 China

Abstract With culture-independent approach microbial DNA was directly extracted from Pachychalina sp. . Using the
microbial DNA as template bacterial 16S rDNAs were amplified by PCR. Amplified products were cloned sequenced
and secondarily amplified by PCR. Then the secondarily amplified products were purified to be further characterized by
termed ARDRA amplified tDNA restriction analysis ARDRA . According to the enzyme restriction mapping the appar-
ent difference among them were disclosed. Twenty-two different cloned partial sequences were acquired and most of them
were related to proteobacter. In the phylogenetic tree some clones came under alpha proteobacterium and some clones
representing some novel groups belonged to gamma proteobacterium. Others aligned with a similarity value of 0.11 in
the RDP database could not be found in the phylogenetic tree. Result shows prolific bacterial diversity of marine sponge
Pachychalina sp. .
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