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B
BEmhoDEEHMEXEE 0104 DREEXIZONT

T 2458 15 A TEBREFR 0515535 HFEHMMXEE 026, 0111 RV 0157 @
BREEICOWVTY ORlE (UT TERBR] EWD,) IZEL, ROEFEEMAF-AZEIZT
EHET S,

0104 IZDWLWTIE. ChETERNICEVWTEEZHOHREFT A<, 3—A v/NTRERENER
HFEINTLLIHKE. BEREUXKBEORRRAFORENTEINATE Y. £, 2HOM
EMEMEZESLTVAIENRESATOET, AHBREE. BHEFEAROBERICEDE,
0104 ZMREICERHET A EZBME LE-EEMLGHRZETHY . 9%, AFSINLHERIC
EOF, WETAHIENAHYEITOTTHREVET,

1. BAMBAI. BEEEOEEREZ. HE1CT 20+ 2HKHEET D,

2. BAAIFE6. VI EEFREETHETH - =15EIE. RIZTY 0104 fufEEFiREE
DHEREELE T, RELGHREERT 5, VI EGTFRUY 0104 REGFIEEDEE
(X, SEPICMFER 0104 ZHRELEDBBEZTS,

O 0104 FEEFEEE
WELIZDNA T TL—FZ2AVT.0104 RICHHENGECTFORERBEERT 5,

NRENTULS Primer 2 BABRRERETER - AR LHIRD Master Mix ITTY 7o 2

AVETI . CNITDODVWTTRDEDHFATE S, FTRICTITRRELEFLUSNIZEH . 0104

RRICHENGEIZE T A ERFERRICLTH LU,

0104 #i[FBIE FRHE TIHBEEN. 1X104cfu/ml (BRADEEEER) LYEBNLILOD
EERATAHEEL. AEELTUTOLOADITOND, BH. REOEIENLEL
HEICITEHEBEIICT 0104 Bk EERALEMARG6. DAEESELTITS,

1) Real-time PCR £
RS RE LT & wzx0104 & T 5856

TRISRIFUNZE, REEHEEHRT LRASETH S EHIET S iz Primer, SIEAOH
BIMERTE S,

(R A A

{ERH#FE . ABI7500; 7754 K- NA AP RFLX

RI1IICTRLEREBERERART 5,

x®1 REEOHE (0 REHEY)

AE =
SYBR Premix £x 7Tag (2X) 25 ul
T54<— (10 pmol/pl) wzx0104-f 1 pl

wzx0104-r 1 pl
ROX Reference Dye II (50X) 1 pl




WA K 17 ul
> 7 )L DNA 5 ul
&t 50 pl
wzx0104-f: TGTCGCGCAAAGAATTTCAAC
wzx0104-r: AAAATCCTTTAAACTATACGCCC
RISEHIE. 95°CT 30 F. RINT I CTHR. 60°CTI0RZ LA IILET D,
Tm{EIL 77-18°CTH B,
(2 %& & $ . Detection and identification of Verocytotoxin—-producing
Escherichia col/i/ (NVTEC) 0104 in food by Real Time PCR. Istituto Superiore
di Sanita. http://www. iss. it/binary/vtec/cont/Lab_Proc_VTEC_0104. pdf)
2) PCR%
(1) BEXRELFZE w2x0104 £ ¥ 5156
TRISRTHLUMNIE. RIEFEHZRFLRFETH S & FIBT ST Primer, SO
#/OFEATE S,
(& FA 75 i 451)
R2ICRLERIGERZHRET S,
&2 RIGEORAE (REHREY)

HE wNE
10X £x Taq buffer 5 ul
dNTP  mixture (& 2.5 mM) 4 pl
754 <— (18 pmol/ul) wzx0104-f 1 pl
wzx0104-r 1 pl
TaKaRa £x Tag (5U/ul) 0.25 pl
ME K 33.75 yl
H > )L DNA 5yl
Hi 50 pl

wzx0104-f: TGTCGCGCAAAGAATTTCAAC

wzx0104-r: AAAATCCTTTAAACTATACGCCC

RIGEHE, 94°CT14. 55CT14. 12CT1RZ40H19)L, 712°C 10 5 &
T 5, BIEDNADKEZ(E100bp TH S, PR EYIDESRIKENIZEHLITIE, 1, 000bp
LT DB EEICKIE LB FR7AD—XSFILEFERT 5,

(2 %& & $ : Detection and identification of Verocytotoxin—-producing
Escherichia co// (NTEGC) 0104 in food by Real Time PCR. Istituto Superiore di
Sanita. http://www. iss. it/binary/vtec/cont/Lab_Proc_VTEC_0104. pdf)

(2) BEXRELFZ r00104 £ S 5156
TRISRTHLUMNIE. RIEFEHZRFLRFETH S & HIBT STz Primer, SO
#/OFEATE S,
(E A A
RIICTRLERIGERZRET S,



&3 RWEDRE (O REHRY)

AE NInE
10X £x Tag buffer 5 ul
dNTP  mixture (& 2.5 mM) 4 ul
T54<— (18 pmol/pl) 104rfb0-f 1 pl
104rfb0-r 1 ul
TaKaRa £x 7ag (5U/ul) 0.25 pl
WEK 33.75 ul
> 7))L DNA 5 ul
&t 50 pl

104rfb0-f : TGAACTGATTTTTAGGATGG

104rfb0-r : AGAACCTCACTCAAATTATG

RIGEHE, 94°CTE . RWNTIICTI0H, 5°CT14. 12CTI %3044

L. 12°C 5 B&T 5, EBIEDNADKE XL 351 bp THSH, PR EVMOERKEICEH

WVTIE. 1,000bp AT DZEESBEICKIE LIZERFRA7AO—XFIILEERT 5,
(& &% H Karch. Laborinformationen zum EHEC Ausbruchsstamm (Stand

01.06.2011). Universitatsklinikum Miinster. http://www. ehec. org/pdf/

Laborinfo_01062011. pdf)

3. MFR 0104 1R ELEDBBEERVENUBROHARICOVTIE, ROAEIZEIYRE
&Y %o

O DBtIEEE
VIEEFEU 0104 MEEGFBETH--HE. 0104 DRBEEITS -OICIEEESER
1220V,

@) VEEER (PBS) TI0°FET 10 BREBRARL. FHFNKRICOVTEE N HERUD
VT B FREZERT 5,

@ VI BEFBEORAFERBEERUVZTO—BRLOFRKRE 0. Inl 5 BEFiRIEHCEHK
T 5, DEEHIZIEX, YILE b—IL< v a2 X — (SMAC) X X (L Vi RX026 EX1E
It T4 X L-BTILILEAY DL CT) FMEVERMOLOEAEFAL., &
BOLIC2MTDEKRLABEREZ LS. BTG EICEBLE-XBEIO=—
[CDOWTC.E—aR=—FEREAET S, 1 JL— Mz aao=—LEAEH I N
BEEOI0D_—#% 4 SEULICHT. TORERNORBEEIAN_—%23XTHEL.
INTRORBESLEDIO0=—FEREFEL. VI EGFREEZZERET S,

@BE—an=—0 VT EEFHIBEEE >-5HE. RISRTNERANRBREEZEET 5, »
B Qa0 —FHEEN VT BEFBEL 56, BHEFHRICOVTODEREIC
RY. B—aon=—T VI EFBEEHET L5FETODIRIEERYIRT,

LRRBEEDBRET. (THEMED VT EGFBEEOEFTERENTILAELGNEEZD
3



N=ZEE. CTRMD D EEEMOAZTERA L TELLY,

1) SMAC EXiE#h (hiR&EEH, BRFABE(FEBBMER . %V 4 FEE ; BERIE
FHRGE. ALY FHHMEF, BAKRE, BREFTX BRI bV - TaovFo VY
%)

R
R7Tk> 20.0g
fEGHERIE  1.5g
YILE k—JL 10.0g
BiEF bUD L 5.0g
—a—hk3)LLY K 0.03g
JYRZ)INAF Ly b 0.001g
EX 15.0g
78K 1,000ml
pH 7.2=+0.1
Ty aAUF—HEHBERICVILE b—ILEMATHERT S &3 TES, 121CT 15 5
FiRE®R SOCLUTICHAAL., 2ELEXERELTHEAT S, 0104 IZ2<DKRIGR &
F#RICVILE h—ILEDBL. RZBEBEZETEAT 5,

2) CT-SMAC ZEXiEHh (hiRAEEM, BRFRF(TEREMER . AV« FEE B

RALFERSE. BAKEE, ALY, RPEFE. BRRI LY - TaovFo vy %)
1) IZRY SMAC EXIEHZ 121°CT 15 HMEEHE. S0°CLUTITHE L. LUITFITRY
ANEFIZBENICNMA-0b, REYY—LUICHELEXFERELTHERAT %,
ANE - 15 1,000 ml ([2xtL, €74 F 2L 0.05 mg, BTILILEEHN ) DL 2.5 mg &
MA S, HMENIERILFE. ALY RVEARETHEATHIENTES,
3) Vi RX 026 EXigH# (R#HEZE)
FHRK
R7k> 135 ¢g
PEHESIE 1.2 g
BiEF )DL 50¢g
BREHEESY 6.1¢g
ER#F 0.002 g
EX 19.0¢g
faalsk 1,000 ml
pH 7.2+0.2
121°CT 15 7 EiRE % 50~60CITHEML . F LEXTFHRE L THERAT S, Vi RX026
EXRIER T, 026 (FRZE~HEEE. TOMOOFEOXGRTER~ZEETHKT
Zh%, 0104 [FEEBEHMBEVNVGEBEEREZHBRT 5, £-. KBBELNOBRANBEIEHEE~T
BEEZEAEL. T FOBKALEDOBRMELUNIFEETLEL,
4) CT-Vi RX 026 EXiEih
3) IZ;RY Vi RX 026 EXiE# % 121°CT 15 DRIEE%. 50°CLULTIZHAAIL. UTIC

4



TYARMAIZEENICNMA DL, BREYVY—UVIZHELEXRFERELTERT %,
AInF : 1E# 1,000 ml IS L. €74 F2L0.05 mg, BTIVILEEN ) I L2.5mg &
MZ 5, FMEFNIEARIEE, AN, RV EAREFTHEATLHIENTES,

O MmER AR
VT B FEELBEEAOMFER I TlX, 0104 MFICTHREZERT 50, 0104 1
FREGFERRICLI-ERFREZZTS,
1) MBS ER
0104 m;#& (SSI (Statens Serum Institute) &i& ; N1 2 XHRFE FH) ICTHRELFHER
%,
2) 0104 R EEFiRE
VT BEFEEIHEEKROEECRAEEL LI OFEON-ERZREZRBKIZEE
=t 100°CT 10 onEME L, Zdi=I0EF (10,000Xg, 10 99) Z#iH DNA &9 5,
RIS R LA ZEEFERT 5,

O A ZHItHIREER
VT B FBEUEIBEEKROELZMMERE, TSI, LIM G EICE>THEEHERT 5.
— MG KIFREERGLHAREELH DO, SROBRITEET S,
1) TSI Xt (AKEZE, RHMEE. ALY, FFV 4 FELE ; BAREZRE. fib)
R
R7TkY 20.0¢g
BAIXX 3.0¢g
BRITx+X 3.0¢g
NaCl 5.0 g
¥ 10.0¢g
3 10.0¢g
TR 1.0¢g
DIVEHBTUE=ZDL 0.2¢g
FAHEFR) DL 0.2 ¢
Jxz/—ILLy K 24 mg
EX 120¢g
faslsk 1,000 ml
pH 7.4%£0.2
&% . mEAHER. PRBREC3m §25EL 121°CT 15 HEEEEZ. fEEX (F
2B ELTHEAYT S, £ TRGZFEALTEH LW, TSI EXFTOKREBEIE.
SEMELE. MEMEE. TRAELEEZTRYT,
2) LIMiEih (AKRE, SRHEET R, RUHLFM)
FHRK -

R7TkYy 12.8¢g



BRI+ 3.0¢g

TrEoH 1.0¢g

L—)DUEHEIE 10.0 g

L—rUTFr77> 05¢g

JaLyLY—ILs—TF)L 0.02 g

EX 27¢g

faEiK 1,000 ml

pH 6.8

5% : mEAER. DMEBREICHSN $O45FEL 121°CT 15 SEREREA LEEE

eET b, ZLDORBEIT. SEMEBE. EFUEE. 412 F—ILELZRTH.
SEMEAE. EFUREMLE. FEROUEEZHOEELH L.

O HZE
REHMERBE 014 AR Ih-CEEdL T, BEET S,
0104 R EREFEMETH - =-A MFR 0104 DS NG, > -BZEF EEET S,



B o DEEHMEXEEIIMADKREE

BERR{K 2bg + mECHEHh 225 ml

VT, 0104 BEzFHH

HEEE (351°C 2028

&

B FRH

0104 s> BEsEE

\ 4

#

E_

VT. 0104:&15F
Bt

SMACXZIZVi RX026ZFEXiEih

OVTEEFEHESERZIZ DL T, PBSTIO £ TI0fE
BEERL.SFRRIZODVWTOVTEBEFRHEEEE
®Y 5,

OVTEGEFEEORRKFREERVZO—BRLFR
IZDLNT., &0, Iml £CTHME & UIEFMDSNMAC
RIFCTiRMNE & CIERMDVi RX026FE K 130 (2 24k
TOEHERT B,

QBHERBH LICEBT L-ABEIO=Z—(ZDL
T.HB—anoD—_—FHER%HART S, L. 1TL
— hZ%aon=——pUEAREINI-EESEOD =
—BEASEULIZHT. ZOHEROKXBEEIAQ
——FIRTHEAL. TAhTIhOSBECEDIO=
—FEREEREL, VIEGFHREEEERET S,

@E—a N0 =——0OVTEEFHNBEE =156, mFE
ARBREEXITS,

OREZENIN - —FERNMNTEGFEELE -1
BE DRYE—aO-—TVT8EFEBHEEE
TEHRETOIL@DETERYET,

v

I 75 34 A5 ER
eFrtERAE (TSI, LINE)

!

7N

KBEE (0104) &F—% KEE (0104) &—3




