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1.3 DNA 3IXZ 16S rDNA 55| B L oHr

DNA CTAB [ DNA
16S tDNA Li ,
27F(5'-AGAGTTTGATCCTGGCTCA-3')  1492R

(5'-GGTTACCTTGTTACGACTT-3") PCR

Dream Taq Green PCR Master Mix(2x)(Thermo ),
20 uL; 27F(10 pmol/L) 1 492R(10 pmol/L),

2 uL; , 2 uL; dd H,O 40 puL PCR
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Tab.1 Composition of the medium
(g/L)
16 5.00
E
(pH7.6~7.8) 1.00
0.10
KH,PO, 0.30
KCl 0.30
HM
(pH 7.8) CaCl,-H,O 0.05
1.00
0.10
(NH,),S0, 1.00
CaCl2'H20 0.42
142-A KCl 0.64
(pH 7.2) NaHCO; 0.05
K,HPO, 0.05
Nazs203‘5H2O 5.00
10.00
M1 1.00
2.00
94°C 10 min; 30 :
94°C 50 s, 55°C 50 s, 72°C 1 min 30 s,
72°C, 5 min
PCR
16S rDNA NCBI
GenBank Blast GenBank
Clustal
X (131 , MEGA 4.0
, [13)(Neighbor-Joining)
2 BERELH
2.1 FE MM AE S A ST
270
( 2 16S rDNA , 2
, (Proteobacteria)
(Firmicutes) (Actinobacteria)
(Bacteroidetes)4 ,21
(243, 90%) 21 , 8%),
3, 1%), (3 , 1%) Lampert
(1) Fungia scutaria
R 24 R Y-
41 /2
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Tab. 2 Strain information on epiphytic bacteria of deep-sea mussels

2216E  CS001 CS118~CS123

HM CS017 CS021 CS025 CS029 CS080 CS129 CS134 CS140
142-A CS083

M1 CS053 CS055

Oh

2216E  CS201~CS219 (CS221~CS228
6h HM CS231 (CS8239 (CS248 (CS250
M1 CS261 (CS274 (CS288

2216E  (CS431
HM CS415

12h 142-A CS395 (CS399
Ml  CS350 CS693 CS681~CS716
2216E  CS477~CS488
24h 142-A  CS620
Ml  CS732
2216E  CS517 CS528
i HM  CS553 (CS554 (CS562 CS564 (CS594 (CS595 (CS598
142-A CS622
Ml CS717~CS728
2216E  CS441 (CS445 (CS449 (CS451 CS452
. HM  CS465

142-A  CS650 CS652 (CS653
M1 CSA085

2216E  CSA003 CSA004 CSA006 CSA007 CSA167 CSA015 CSA172~CSA174 CSA185
HM CSA054 CSA055 CSA057 CSA064
240 h 142-A  CSA017 CSA028 CSA155
M1 CSA014 CSA097 CSA082 CSA101 CSA103 CSA106 CSA108 CSA110 CSAI115
CSA207 CSA209

2216E  CS502 CS511
24 h HM CS577~CS580 (CS585~CS588
142-A CS637 CS639 CS641~CS644 CS650 CS652 CS653

2216E  CS453~CS464
72 h HM CS549 (CS551
142-A CS663

2216E  CSA023 CSA051 CSA052
HM CSA132 CSA079 CSA229
142-A CSA021 CSA050
M1 CSA025 CSA038 CSA043 CSA098

240 h

2216E  CS489~CS500
24h HM CS565 CS574
142-A CS629~CS636

2216E  CS531
72 h HM CS601~CS607 CS609 CS11 CSe612

142-A  CS669 CS670 CS678

2216E  CSA005 CSA176 CSA182 CSA194 CSA197 CSA198

HM CSA070 CSA060 CSA061 CSA069 CSA071 CSA077 CSA118 CSA124
240 h CSA221~CSA223 CSA225 CSA233

142-A  CSA036 CSA046~CSA048 CSA141

M1 CSA084 CSA091 CSA104 CSA113
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Fig. 2 Phylogenetic tree based on 16S rDNA sequence of mussel epiphytic bacteria
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Note: The figure behind the strain ID indicates the number of bacteria strains isolated from the same sample by using the same medium. When

there is only one strain isolated, “1” is omitted
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Fig. 3 Analysis of the diversity of epiphytic bacteria in
mussel in situ
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Fig. 4 Analysis of the diversity of epiphytic bacteria in mussels cultured under different chemical conditions for 10 days
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Isolation and phylogenetic analysis of epiphytic bacteria from
mussels collected from the cold seep
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Abstract: Epiphytic bacteria play an important role in substance absorption and metabolism of mussels. Gills of
mussels in different experimental groups were collected at different times, and the epiphytic bacteria were cultured
and separated. A total of 270 strains were obtained. Four strains, which might be new species, were discovered. The
diversity of epiphytic bacteria decreased sharply in 6 h sterile-seawater cultivation. In the methane treatment group,
the number of Pseudomonas increased gradually. In the group treated with Na,S, Bacillus associated with sulfur
circulation increased gradually. It is important to study the interaction between mussels and epiphytic bacteria and

to explore the biological resources in extreme deep sea environments.
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