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Abstract: The primes and a TagMan probe were desig

Escherichia coli 0145, and real-time PCR method was developed to.detect Escherichia coli O145.  The sensitivity and the specification of the

method were verified, and the method.was applied'to the food detéction. The results showed that E. coli 0145 could be amplified specifically
by the method, while the other 27 different strains of non-O145 E. coli and 20 different strains of non-Escherichia coli had not shown any
amplification curve, and the test sensitivity could reach 165 copies for each reaction mixture. A total of 339 samples had been detected by the

real-time PCR method after enrichment in EC broth;-and 31 samples showed positive results with the positive ratio of 9.1%.Therefore, the

TagMan probe real-time PCR
broth for 24 h

for detection of E. coli 0145 in food was successfully established,. Food samples were enriched with EC
heat-lyse treatment selected for the nucleic acid extraction, and the detection time was reduced from 3 d ~7 d to only 2 h
~ 3 h for post-ei ent samples, and the whole time for food detection only needed about 28h,.The method provides a rapid detection of E.
coli O1 él food for its specificity'and easy operation verified in this study.
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Table 1 Strains used in theexperiment

HARG A

B S O frF A HAR S AR BT O fuik %

KA K ATCC BAA-2216 0145 KIp3zA KB STECO157-1 0157
K35 K ATCC 12795 026 KIp3zA KB STECO157-2 0157
KA K8 ATCC BAA-2469 045 K IpieA KE ETEC 08 08
KA K8 ATCC 23982 0103 KIpieA K E ETEC 078 078
PN e L] ATCC 43887 o111 ZHE WA ATCC 33291 /
KA K@ ATCC 29552 o111 PR B AT B ATCC 51329 /

P TN ATCC 33780 o111 EERIATE CGMCC 1.1878 /
KM%A KA ATCC BAA-2190 0121 BAZ PG & I K E CCTCC AB 97021 /
KIEA K HE ATCC 35401 078 2 EREHRE CCTCC AB 91053 /

HTR
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KIp3zA KH ATCC 43893 0124
KIp3zA KA ATCC 35150 0157
KIp3EA KE ATCC 700078 /
KIp3EA KE ATCC 10798 /
K IpisA KB ATCC 13706 /
K IpssA KB ATCC 15597 /
K IpieA K E ATCC 11229 /
K IpisA K E NCTC 12900 0157
Kk K E CCTCC AB 200051 0157
KA K@ CCTCC AB 200068 /
XMk Ar KA CMCC(B)44102 /
KA K8 EC 04 04
KA K8 EC 0104 0104
KA K8 ECO157-1 0157
KA K8 ECO157-2 0157

INIgE R K IR RARKHE Lo

EEEHARA CMCC(B)26003 /
REHEHKA CMCC(B)26069 /
S 3 CMCC(B)28001 /
GRS T0H CCTCC AB 91095 /
B K FAORE CMCC 46101 /
M F I TTREA CCTCC AB 94018 /
ARER KA CMCC 51571 /
RAKRERKH CMCC 51334 7 /
S Rc T N] ATCC 17802 /
TRV R CMCC(B).32210 /
RHEF AR CMCC(B)63501 /
FAREBEMRE ATCC 13 /
£ 75 & MCC(B)3222 /

/

/
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W5l ¥: 5'-GCCACTA TTGTCA-3'; #R%f:
CCAGAACCA-
WSS AN T A R BIIRRIERET 43
S %nc SRS %I 100 umol/L, 20 TR
17, i FAEF DEPC /KR & T/ 10 pmol/L.
1.14 £ESutish

BN 196 fir K=o 46 10, &7E 5 43 4. Al
BBE 54 43 HBo 0 H BRI ST 81T &
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12 FENHREE

NanoDropND-1000 #ZER BEM e {3 : SEEZEER K
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7500Fast ¢t PCRAX: 36 [E & BN ARG A
AES easyMIX AT i a%:  LE AL IR A F;
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30 R E

13,1 émNA AR B % ST Aot
4

BRI S KR 7, F DNA $2HGR
FUE I FL IR H] % DNA b, FERRIKEIE
e Y DNA W 54, OD,g/OD,so tLiETE
1.6~1.9 Z [ B DNA 45, v PCR ¥4,
132 % PCR REAR B Ao R L 44

SONARZR: KRR 25 pL: Premix (2x) 12.5 plL.
S19%t (10 pmol/L) 1 uL. #%F (10 pmol/L) 1 uL-+
50xROX Reference Dye 11(50%)0.5 uLDEPC 7K 8 pL.
BN 2 uLo BN RBEI R EXCPATE . 2 EXHE L
DEPC /KA -

SSiZEAE: 95 CHARM: 2 ming 95 ‘CAEME 15's,
60 CiBK 1 min, WEETDL, 40 MEI.
133 4Ftakie

KBk DNA BibRk84% 1.3.2 #1479¢ )¢ PCR §714,
IEE PCR 592 %E Rk
134 XBERE

B R4 IR 0145 1) DNA #4710 586 R
P 107Kk, K DNA JERAIRZER B M RaUAR )
FAFRATHOE PCR 973, #fiE 9¢5t PCR 21 R
.
13.5 R outfdnegbn
1.3.5.1  Ffab il A5 0

TCHRARIURE i 25 ¢ A BEM T =84S, N
A 225mL JGiE EC Wi, A 483500 2 min.
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Fig.1 Amplification plot of Escherichia coli 0145
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Fig.3 Amplification plot of sensitivity test of Escherichia coli
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FERPEAIS, AR BRI S R i 2R S N T
FEFEAFAE —sEAH M
2 RENRSREEERGITHN
Table 2 Statisticsanalysis of food samples pollution survey

AR A Hamd fakARAL FABEY%
A F R R R) 196 27 13.8
B ARG SR ATE) 43 1 23
8. FIKE (A K 46 1 2.2
THRRE 54 2 3.7
4eit 339 31 9.1
3 &g

3.1 Tagman 417t PCR SR LA Pu# ., fifE. R
AR A, 5 SYBR green 4ek}98)t PCR 74 LL R AL 4t
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-3 h, LGNS B e T S 4B LA
ML %52 % 0 3 de7 d AT G 545 T Rl .
v EER, PRI R AR RISIBRRE R IS
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