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Fig. 1 Typica results of PCR detection for vpiT -like gene
among V. alginolyticus strains. M. Marker DL2000; 1.V. algi-
nolyticus E0601; 2.V. alginolyticus E0612; 3. V. alginolyti-
cus E0666; 4.V. alginolyticus ZJ0451.

22 2KRRIMEE VP FHEBER vaT REHME
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LA VT U 3 3% A0 A DNA B, i
F I PCR, R¥NYIMG Dral . Vspl . Rsal #4774
Ty W B, (A R4 Dral i) g8 a5
AR BB K AAEERERERET A B (B 2).

2 AEINE E0601 &[5 PCR 4 18 7= 4] B ik 45 R

Fig. 2 Electrophoresis results of reverse PCR products from V.
alginolyticus E0601. M. Marker DL2000; 1 and 2.The first and
the second round PCR products from the template generated by

Dra [ digestion; 3 and 4. Generated by Vsp I digestion; 5 and 6.

Generated by Rsa I digestion.
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IV A ity ) FE A T4

XF valT T Ui 838 bp A Bt Blastx 2K M. valT
U B Z R T g R Y N R B e A
oL, A YT ThFEFORFAE . X BB F TR A SR R Y 3
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— AN U SE AR BB RIS, X valT T
838 bp 1 Btiff 11T ORF Miilll, % 473 ~ 622 bp AP p—
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[ Vibrio vulnificus CMCP6 (AE016796)
Vibrio cholerae SCE4 (AF319954)

49
Vibrio cholerae 2740-80 (ZP_01675454V)
F—-—;;;—-—* Vibrio cholerae N19697 (AE003852)
‘ 87\ Vibrio cholerae 0395 (AE325733)
100

Vibrio cholerae MZ0-3 (EAY41725)
Vibrio cholerae V52 (EAX64092)

Vibrio alginolyticus E0601 (EU787499)
Escherichia coli A0 34/86 (CAJB7564)

Methylobacterium sp. 4-46 (ACA17761)

Rhodobacterales sp. HTCC2150 (ZP_01742296)

B3 EFAERINEEOLvaT REECARANEEBFIMENMARER
Fig. 3 Constructed phylogenic tree based on valT sequence from V. alginolyticus E0601 and transposase sequences from other bacte-
ria. Numbers in parenthesis represent accession number of sequences in GenBank. The number at branch points is the percentage sup-
ported by bootstrap (1000 replications). The scale bar, 10% sequence divergence.
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4 REINE E0601 valT-A R H M & KI5 BEBE 7 T4 1E LLR
Fig. 4 Sequence comparison of valT-A from V. alginolyticus EO601 and transposases from other bacteria. The underline: the region
similar with core domain of integrase. The black podetium: conserved sites of amino acids. Light gray pane: the region that can form
[B—sheet. “ A”: the residue of D-D-E motif. Number in the sequences: the number of omitted sites after sequence alignment.

3 WHh F Vep | FEUIIR R0 PCR 41K , (M Dral &

AR R Y 38, R R X Dra | BV S 2™
BT HFEEEEN valT 41 KR A] G M3 4 ¥ PCR 7= 347 7 e Il 5
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HEs MU RIEAU DNA RGERBBIER NG g vara et sttt el T4 A B0 25
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BRI PCR 4. % E AT . 319 > oo T
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FISCHEME BB B0, PN s s aiete PO MO M T AT A B,
R A e, PR O A O 7 e S I A B — valT-A 1.0 25 5k R AE 41 &% D-D-E ik, #2/8 val T-A
K, ABTEG SMNIRAEY) s e RATRERA AR 6.

YRERLH BB A6 B0 PCR 41, Dral 5 Rsal BEAN, valT-A (9~ SRLE TN % , (EHCREL S
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L A O S R P T val T 5 B AL vpi T
Fe 370 B o EE AR DA R b A A R — G S ¥ 40, 10
B valT 22— R RITERLINE vpiT /Y5 A
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Bty e T 2 T A DR v LR AT a8 AR W S S A6 1Y
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151 B A2 9 ST 1) 5 AT Y A — A e S R T g
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JERFAE . BRI, 76 valT M Mo %a K4S vaT-L
FAXE R A v ) B AR A1), X — i S AL B9 VP
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IR 14 22 D 2 A s AR L, A B
PHERHE, 5351 800 bp 1 T i i Brh BB — AR50
TfeRy ORF. SICZEMRL, TERALINE VPI & R4
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8 Jy )

PR, N RS 32
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AN A L E AR ISR AR B, 1 AT 5 i I oA
HETH; BA BT R A it N
BV, LS A A S R T g R U A 4 A
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B- PN Tk T, 7 V91 30 i A 0 200 ) B s T T
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L B R, DL VP X 7E EL R B S0 T 1 STk
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BB AR B BRI T 1 XU o SR A SO
A1) Q4RI BE I T 4 KR 43 R WA A T AR A 45 4
HEA 2 4A valT ZER, valT 757 5 I8 g
(0 BT A D B R val T I3 7 51 (4 A 5

SOy HT, WA B ARG valT FEAEE SR o [
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1T AGYHR R — RPN e, e Z SRSt
VAR GERE, OB A I B = A5 U0 AR 7 A E R o i R
FEHE ST SR TE R Ko A L R Het%, 2 —
PEPER . WRE R T,

AT BT ST B R EIA E060L Hr A
FERRIEFLING VP & BT 24 5 vpi TR SEE val T, R
P valT e MF 35 1, I val T FF-JE 3 i oI Jor
AT, WS IRIAS . VPR oE B ARAR AT R A £
5V S I T 7 DN SR o ) KO 8% e A I IR
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Analysis of molecular biological characteristic of the gene and itsflanking
sequences, similar with transposase in Vibrio cholerae pathogenicity island,
among V. alginolyticus strains

Peng Luo, Chaoqun Hu
(South China Sea Institute of Oceanology, Key Laboratory of Marine Bio-resources Sustainable Utilization, CAS, Guangzhou 510301, China)

Abstract: [Objective] To investigate whether the gene similar with transposase gene (vpiT) from pathogenicity island of
Vibrio cholerae exists in V. alginolyticus strains, and to analyze molecular biological characteristic of the gene and its
flanking sequences. [M ethods] PCR detection of the gene, similar with vpiT in pathogenicity island of V. cholerae was
done among 94 strains of V. alginolyticus,. PCR products from positive strains were directly sequenced. Based on acquired
partial sequences, we designed primers for reverse PCR, and got the amplification fragment containing complete gene
(valT) from V. alginolyticus E0601, which was similar with vpi T gene. The reverse PCR product was cloned and sequenced,
and the acquired sequence was analyzed with bioinformatic methods. [Results] We found that among 94 V. alginolyticus
strains, only V. alginolyticus E0601 and E0612, from east coastal areas of Guangdong province, produced predicted
positive amplification fragments in PCR detection. Sequencing indicated that amplification fragments from V. alginolyti-
cus E0601 and E0612 had identical DNA sequence (named val T-S1). Sequence valT-S3 from V. alginolyticus E0601, con-
taining complete valT gene and flanking segments, was finally obtained through reverse PCR, cloning, and sequencing.
Bioinformatic analysis on val T-S3 suggested that val T was transposase gene, highly similar with vpiT in V. cholerae VPI.
[Conclusion] According to above result and related references, we believe that valT and its flanking segments were acquired from
heterogenous bacteria, and VPI or its component probably transfers among Vibrio speciesincluding V. alginolyticus.
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