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[Abstract] Objective To determine the occurrence and distribution of specific clones of
pathogenic Vibrio parahaemolyticus (VP) isolated in Shenzhen and to assess the relationship between
serotype O3:K6 and the globally distributed pandemic clone. Methods A total of 1005 VPs isolated
from diarrhea patients in 2002-2008 were sero-typed. Real-time PCR was used to detect the virulence
genes tth, toxR, tdh, trh and orf8 in 281 isolates from 68 different serotypes. The main serotypes were
typed by pulsed field gel electrophoresis (PFGE). Strains with dominant serotypes and PFGE patterns
were assayed by GS-PCR and t0xRS sequencing for the identification of pandemic clone. Multilocus
sequence typing (MLST) analysis was reserved for exemplary 41 O3:K6 and Ol : K25 isolates.
Results Seventy-nine serotypes were observed among the 1005 isolates, including O3 : K6 (57.9%) ,
04 :K8 (8.16%) ,01 : KUT (5.87%) ,01 : K25 (5.27%) ,04 : K68(1.39%) ,O1 : K56(1.39%) and
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09 : K44(0.99% ). Most of the strains (99.36% ) showed PCR positive to tlh, toxR, and tdh but eleven
strains were tdh negative. MLST showed that all the 36 O3 : K6 isolates belonged to ST3 and all the 5
04 : K8 strains were ST189. These results matched the description of the pandemic VP clone.
Conclusion A recognizable burden of diarrheal illness caused by VP had been seen in Shenzhen.
Results from serotyping indicated that although there exsiting a large variety of diversities, the
dominant serotype appeared to be O3 : K6. VP isolates identified in Shenzhen mainly showed as
tdh positive but irh negative, in consistent with the current pandemic O3 : K6 clone. The pandemic
03 : K6 clone did appear to co-exist with other clones of O3 : K6, as well as 04 : K8, O1 : K25.
Potential outbreak of VP could be monitored through the laboratory-based surveillance programs,
suggesting that the strategies related to prevention and control of VP should be prioritized in Shenzhen.
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tdh tdh-F: AAACATTTGCCTTTGAGCTTCCA

FAM-CCG GGG TGT CCC TTT TCC

95 °C/3 min, 40 MMEFF (95 C/15 5,55 C/

tdh-R: CTCGAACAACAAACAATATCTCATCAG TGC CCC CGG-DAB CYL 60s)

toxR  toxR-F: GAAGTTGTACGATTAGGAAGC
toxR-R: TGCTCACGCCAAACAAAC

FAM-CCG CCC GTATAC TCC TGA
TGT TGG CGG-DAB CYL 60s)

95 °C/3 min, 40 MG (95 C/15 5,55 C/

tih tth-F: AAAGCGGATTATGCAGAAGCACTG FAM-AAG AAC TTC ATG TTG ATG 95 °C/2 min, 40 MME3F (95 °C/30 5,56 T/
tlh-R: GCTACTTTCTAGCATTTTCTCTGC ACA CT-BHQ! 305,72 C/40's)

trh trh-F: GCCAAGTGTAACGTATTTGGATGA FAM-ACG CCA GAATAT TTC GTC 95 °C/3 min, 40 {E¥F (95 °C/20 5,60 T/
trth-R: TGCCCATTTCCGCTCTCA AAT GTC GAA GC-BHQ!1 60s)

orf8  Orf8-F:AGGACGCAGTTACGCTTGATG FAM-AAG CCATTAACA GTT 95 °C/2 min, 40 P& (95 T30 5,56 T/
Orf8-R: CTAACGCATTGTCCCTTTGTAG GAA GGC GTT GAC T-DAB CYL 305,72 C/40s)

toxRSI toxRS1-F; ATCGTAGAGCCGTCTTTAGC
toxRS1-R: ACCGTAGAACCGTGATTTAG

toxRS2 toxRS2-F: ACAATGACGCCTCTGCTAAT
toxRS2-R: CTCACTTCCCAGCGACCTTT

GS-VP  GS-VP.1-F: TAATGAGGTAGAAACA
GS-VP.2-R: ACGTAACGGGCCTACA

94 °C/5 min, 40 P& (94 °C/60 5,54 °C/
605,72 °C /60s),72 °C/10 min

94 °C/5 min, 40-~7&3F (94 °C/60 s, 52 °C/
605,72 C /60 s),72 °C/10 min

94 °C/5 min, 30 ™ME¥H (94 C/60 5,494 °C/
605,72 C /60 s),72 °C/10 min
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04 :K55 2 1 66.67
04 : K42 1 0 100.00
04 : K36 1 0 100.00
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