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PCR-SSCP analysis bacterial community of Mud
Volcano in Xinjiang
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Abstract: A technology sigle-strand conformation polymorphism (SSCP) and a target 16S rDNA gene
on V3 region were used to analyze mud volcano microbial community and structure. After extracting
DNA samples from different mud deepth and month, get a 236 bp fragment by PCR. The fragment was
used to analyze the microorganisms seasonal diversity of mud volcano by SSCP, and some target frag-
ments were analyzed clone. Resluts showed: the bacteria polymorphism in Xinjiang mud volcano soil is
significant, which is vulnerable to ecological and climatics factors. Pseudomonas is a dominant micro-
organism in Xinjiang mud volcano, it distributes widely in mud volcano and was affected little by eco-
logical and climatics.
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R IE K LA S S A P ) R B T B, AR
FUE K LA Py 5 3 B4 5 Al

PR G 2 B E AT E R (SSCP)J&HT il & i i
KW —T 10 FAEYFHR FH DNA A5 2 A
22 25 PR AE A A0 M SR TR 4 T B 5 J v Pl Dk 22 S ke A i
PARERFE SRS . PCR-SSCP HRAF f LA I AL 2 1 4
KRR SRS M E T PCR §7 14 H I DNA HBL, 4R
Ja Xt A AT AR PR AL BE, A5 3 BT A
HUEE DNA; f5cJi 78 38 48 P 1 3% 09 M Tk e e e L 24 7
HLYK, ARG VKSR T s I SE R . R AR
ORI W S AR B EAT SSCP Bk A, SR)E
il 5 AN [) BT AR 2 AR e LA P 5 O R A 20,

1 MRS G&%
1.1 #rRLREFMTALE

VRS IR (A iA e kLo R S, SR Z
FRIZERFEEIE T 5 A REES, 1 H AR RAE S
O3 SAVIRBERGEE, B0 BE R AR KM 200 g HHEA
TerR A4S BE S & ) Z T ELRRAE B U Kl
FAEPRI K, AWK T 600 mL, KIIKEIEIE
ig ] S W AT RS . SRAE H AT Bk 09 4F 5
H.8H.9H.
1.2 E[F 4 DNA gyi2

MBS 1 DNA #2007 CTAB 3177 FRECSE
PO S g £FE, A 13.5 mL DNA $2£BURK

(100 mmol/L Tris, 100 mmol/L EDTA, 100 mmol/L
Na;PO,, 1.5 mol/L NaCl, 1% CTAB, pH 8.0)F1 20 fi

HAEN 3 mm 224 WBEREER, #i¥% 3 min, Sl 500 uL
RHEHS0 g/L), &% 30's, 37 °C /K 30 min, A
20 uL FEHBF K (20 g/L), &% 30 s, 37 °C KB
30 min. I A 1.5 mL 10% SDS J&, =20 °C J{L'& 1 h,
65 °C7K¥# 1 h (WE) 455 15 min b F S 5230 LK),
B 2%, 6000 r/min &[> 10 min, B FFE K,
FH S5 AR FBUR B A0S0 - 5 G BE (241, Vi) Fl4E 2
7K, 12 000 r/min Z5.0> 15 min, W IMA 0.6 514k
TR S EE, 2R 2 h g %, 12 000 r/min 2.0
15 min, # L. ULIEM 5 mL B4R 1 70% 4 B,
12 000 r/min B5.[> 20 min, Y£E DNA ULUE, X T, &
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R K R
1.3 PCR ¥ 8 %0 e ki

PCR "R A B9 55 1 Y 51975
8F: 5'-AGAGTTTGATCCTGGCTCAG-3' fl 1492R:
5'-CGGTTACCTTGTTACGACTT-3', ¥ #1500 bp
AL R B, 5 2 R E519)r 5] F339: 5'-ACT
CCTACGGGAGGCAGCAG-3'F1 R518: 5'-ATTACC
GCGGCTGCTGG-3", ¥ 441 260 bp /4719 B o

PR RN 20 uL K& : 10xPCR buffer($
2.5 mmol/L Mg**) 3 uL, dNTPs (4% 2.5 pmol/L)
0.5 uL, 51#¥4% 1 uL (10 umol/L), Tag DNA B4
0.5 uL, #H 1 uL, i dd HyO #5352 20 pL.

%5 1K PCR IV FRF H: 94 °C 5 min; 94 °C
40's,55°C 30 s, 72 °C 2 min, 35 P fE#; 72 °C
8 min, %5 2 X PCR JZ b 27 iR KRk 52 °C 30 s,
72 °C ZEff 1 min, JLAXFISE 1K PCR RN AT . X
3 uL PCR J*¥F 1%MIEIEMEEERE ik, JF 5
DNA 7E 1+ Marker DL2000 (TaKaRa) [t #ff i W FE
1.4 SSCP ElEHI~E D17

FH, 7Kk K F PowerPac1000 % B, Kk {¢ (Bio-Rad, CA,
USA), SR 8% 1 3R PN 4 Pl Fee B Je (PR s ks e R S
BEHoh 10:1), #EHITE 4 °C 1HIE T #E47. 10 L i~
W5 s LAMERIRAE, T 95 °CZM 5 min, MU
HAVKS, VKI5 min J5 EREP TN SRIGTE 4 °C.
80 V'F, HLIK 20 h 450 )5, 4% Bassam 55 (1) 77 4 #4T
R 3RA5 ) SSCP K% Quantity One #Kf4:
(Bio-Rad) X} 4% BRI 5 FE AT R AL AL B, JF AR I
JPEHATRE T

2 HGR5H5W

AHIEFE I FE S 100 A0 v 51, e e i)
AN ) H 73 A 348 200 TR A B B 1) SR AOIR B K
X PCR #8745 45 i W MEWRIR &, A M s
T SSCP 35, 43 lA5 B[R] - R i 240 B8 3 75 11
SSCP K31 1), ASIRIFE S 4 B SSCP K35 /Y 4547
B, KA E RSS2 R, S,
10, 15 MZ&HELR A B ERSZ, B
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Bl 1 PCR =4JH) SSCP HBikE1Z
Fig. 1 SSCP profiles of the PCR products
TE:1-50 LA 0-10 cm. 10 cm—20 cm. 20 cm—30 cm. 30 cm—40 cm. 40 cm—50 cm; 6-10: /\H B9 5 NGREERSEERY - 4E; 11-15: +
By 5 A TRBERE BE 1Y L AE.
Note: 1-5: The soil sample in May (0—10 cm, 10 cm—20 cm, 20 cm—30 cm, 30 cm—40 cm, 40 cm—50 cm); 6—10: The soil sample of five depth
gradient in August; 11—15: The soil sample of five depth gradient in Ocboter.

B S A A RS . 2RI Quantity 0.4 0.60 1.00
One %fF(Bio-Rad)%t SSCP [&] itk 47 K40 H7, 15 ’ ’ !
B 45 A 1 HERE 5 22 18013 A 0 20 B A 3 2 43 45 R #3
(#l 2). 2
MNFE 2 FATHT AT th, FESSRIRAT UG 3 3 S "
81 1, 20 3. 4 SR, RAOTRE M<HA ﬁs
07, 55 2 AEE 11, 12, 13, 14, 15 518, A .
B ARt A fwla—3mffs5. 6. 7. 8.9, 412
10 524, ATEHEF A O\NA B, I nT LIS _—l— #14
Al — A . ARG Ve k1 - R 4 B Y 4 A L3
IPER R TR EE . ASFEH O LR —EE . R #5
Il H 3 U8 Kk Ll - A0 R I AL AF TR R K 2 57 #10

SSCP I3l AT i 70 A W47 DL EL F, 1
15 ANRESL R S A, X 3 A Ak BEAT M e R
WY B P8 Hexs (8 1) 4 A5 AR B A 14 R ik
BT, X R — AP R S TR S Y Sl AL B2 SsCP EEE LS i
PR, TRV I DRI T2 S, SRS Fig. 2 Dendro;l'a;m showing the relatedness of the SSCP
(Z378% A TE TN banding patterns
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Table 1 Compared the sequencing results
%> HAE R HHMRLE  GenBank B35
No. Most similar sequence  Similarity (%) GenBank No.
Pseudomonas  sp. oral
D taxon B99 clone LW060 99 HM192823
16S ribosomal RNA gene
Uncultured Pseudomonas
sp. isolate DGGE gel
E" band K17 168 ribosomal 43 el
RNA gene
Uncultured Pseudomonas
F sp. clone CHINA4 16S 100 HM192821
ribosomal RNA gene
3w

ARHFFERI ] SSCP 4 AN Bk 15 95 ¢ K 1L R[]
TR EE R[] H Ay 38 40 B 4Rt T T ST, #8878 T
FEVE SOl A A 2 AN, BT R
Ao AR AR — P, FRATEE e R JE R ik, B
FER K, BEREAR R UR Aol 38 b i A W 1 S B o AR
T, HEZERTE. RARE PCR #1794, #2
= PCR Rl iy REE, SRAEWresde, A A
TARAFE R MY SSCP K4

WIdXT SSCP & M, TR B smde
Ly AN TR) R 3 0 A (] 2757 4 8 10 440 7 4 1l 22 75 1
o HhH A MBS R AR N FE, A E
25 AN R TR %) 440 R 2L 1 P AT B A g, X U
SR I A Y A A AT RETE 5 A2 B AR AN L R
AR o Ry 5 ARl I I 25 SR B iR
PO T R e Ll - SRR SRR, AR Ve il 1
Herh o dn, ZWREREN AWM B
MR R TAREA MLE IR, ks ar A, T A,
PUZAAE TR AR . ISR BrEEih T R
SRR I 8 & X3 8 L X IE J& Tk 2t
Ui PR EE, (BRI AT BES ST AR S RS C N HI
S AR, JEH AR KRR — N EEE R, X
55 IR P T AN R s b ) — A 2K 3R e 1l 8 5%
Mrat R—s) M SEHLEA TRt — AR .
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