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DNA NaCl 0.7mol/L 0.1 1~4 16~19 DNA
CTAB/NaCl 10% CTAB 0.7mol/L NaCl 6 ~ 23kb 5~13 DNA
65°C 20min / 24:1 2 ~ 50kb DNA
DNA DNA
100p.L DNA* @ DNA DNA 6kb
1% 6 ~ 23kb DNA DNA DNA
PCR Fragment Recovery Kit DNA 2.2 16S rDNA
1.3 16S rDNA V3 PCR DNA PCR 19%
PCR 30.7uL 10 x PCR DNA
MgCl, 5.0pL 4 x dNTP 2. 5mmol/L
PCR 200
4.0pL 338 F-GC 10pmol/pL. 2.0puL 518 R
10pmol/pl. 2.0 DNA 1 x 107* pmol/pL = 250bp
1.0pL BSA 2% 5.0uL Tag DNA 2u pcr 23 DGGE  16SrDNAV3 — PCR
)5 PCR 1% DGGE 16S tDNA V3 PCR
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2.0mL 0.6ml Nal 65C 16S 1DNA V3 PCR
15min Wizard PCR Preps 1 2
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1.5
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5h 120001/min 10min 7
DNA © 1.3
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B @ A 13
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1 16S rDNA V3 PCR DGGE
Fig.1 ~ DGGE analysis of 16S rDNA V3 fragments PCR products

— 137 mm

amplified from soil-DNA extracts
1. Bruguiera gymnorrhiza soll 2. Xylocarpus granatum soil 3.
Aegiceras  cormiculatum soil 4.  Rhizophora apiculata soil 5.

Excoecaria agallocha soil 6. Ceriops tagal soil 7. Bruguiera
sexangula soil 8. Acrostichum speciosum soil 9. Acanthus ilicifolius

soil 10. Hibiscus tiliscus soil .
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2 16StDNAV3  PCR DGGE B-7 NCBI AY307924
Fig.2  DGGE analysis of 16S rDNA V3 fragments PCR products Aminobacter sp. 100 % 12
amplified from soil-DNA extracts DGGE DNA A B
1. Bruguiera gymnorrhiza soil 11. Lumnitzera reacemosa soil 12. 16S rDNA V3
Sonneratia alba soil 13. Avicennia marina soil 14. Sonneratia ovata
soil 15. Sonneratia caseolaris soil 16. Heritiera littoralis soil 17.
Pongamia pinnata soil 18. Acrostichum aureurm soil 19. Cerbera
manghas soil .
1 GenBank
Table 1 Alignment of sequenced clone to its most-similar GenBank sequence
S od Length of GenBank Aligned site Similarit N(;.lmber dOf Tsertedl -: q S £ th ¢ simil
Sequence: 16 1DNA V3 accession in CenBank Similarity - or droppe - nucleotides ource of the most similar
clones o /b b ) ) rate/ % in each gap in sequenced GenBank sequence
ragments/bp number sequence gt
A-1 195 AF286031 345 ~ 539 90 0 Uncultured bacterium
A2 195 AF432743 304 ~ 484 88 + 14 Uncultured bacterium
A-3 197 AF223299 309 ~ 504 92 +2 -1 Uncultured gamma proteobacterium
A-4 194 AF420337 347 ~ 542 87 -2 Uncultured proteobacterium
A-5 195 AY082461 316 ~ 511 89 -1 Uncultured delta proteobacterium
A-6 195 AJ292632 316 ~ 494 33 +15 Uncultured eubacterium
A-7 193 AYO013671 1~193 92 0 Uncultured bacterium
A-8 193 AF445112 292 ~ 484 93 0 Uncultured bacterium
A-9 195 AJ012598 323 ~ 517 88 0 Sulfate — reducing bacterium
A-10 195 AF286031 345 ~ 539 90 0 Uncultured bacterium
A-11 195 AF286031 345 ~ 539 90 0 Uncultured bacterium
A-12 172 096446 179 ~ 350 97 -1 Navicula salinicola
A-13 167 AF423206 320 ~ 486 92 0 Uncultured bacterium
B-1 195 AF365479 300 ~ 494 94 0 Uncultured bacterium
B-2 166 AJ496448 300 ~ 486 92 -3 -17 -1 Fibrobacter succinogenes
B-3 171 AJ347768 329 ~ 498 88 +1 Uncultured division OP11 bacterium
B-4 170 AF005750 324 ~ 493 95 0 Uncultured bacterium
B-5 170 AF234144 305 ~ 474 91 0 Uncultured bacterium
B-6 170 AF365839 321 ~ 489 94 +1 Uncultured bacterium
B-7 169 AY307924 301 ~ 469 100 0 Aminobacter sp.
B-8 169 AF431534 301 ~ 469 97 0 Uncultured actinobacterium
B-9 169 AF432689 299 ~ 467 95 0 Uncultured bacterium
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Mangrove soil community analysis using DGGE of 16S rDNA
V3 fragment polymerase chain reaction products

WANG Yue-kun' > HONG Kui'
U Institute of Tropical Biological Sciences and Biotechnology — Chinese Academy of Tropical Agrocultural Science ~ Haikou 571101  China

2 Rubber Research Institue ~ Chinese Academy of Tropical Agrocultural Science Danzhou 571737  China

Abstract The 16S rDNA V3 fragment polymerase chain reaction products amplified from mangrove soil-DNA extracts
were analyzed by denaturing gradient gel electrophoresis DGGE  followed by clone technology. Regional factors and
mangrove species were found to influence the soil microbe community. Two DNA slices separated on denaturing gradient
gel from Sonneratia alba soil sample were recovered and the recovered DNA were used to establish two clone libraries.
Some clones were sequenced and each sequence was compared with all nucleotide sequences in GenBank database. Most
cloned sequences were found not in GenBank database. These results suggest that DGGE followed by clone technique is a

practicable protocol to research the complex community of soil microbe.
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