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AirEAET BEmP-E&%E 8 5= KXpIE#H K E (Shigatoxin- producing Escherichia coli, STEC) Y
MISEIx.

AirEERTEmMPrEHsS T AhESsKENER .

2 I EAMME

JRAMEERZ=FEHNRKERIEFRSIN AMBIREFMNTENT .

2.1

IBRIEFRE 36°C +1°C. 44°C +1 °C.

2.2 JK#E :2°C~5°C. -18°C~-20"°C.

2.3 X¥ REEH 0.001 g.

2.4 1Y[FHEF

2.5 IEmikimeEs .

2.6 1BimKAR 50°C~55°C. [EREE®A 99°C+1 °C.
2.7 BV mAEIEZ 16000g.

2.8 SCHIREEE PCR{Y.

2.9 B3N,

[

.15

MR ORI RN RN

2.19

10 TERE 1 mLUEAE 0.0l mlZIE). 10mL(E 0.1 mLZIE) .
.11 BaBEReaEIREEkK.

12 TEEZEEFH S8 250 mL. 500 mL. 1000 mL.

13 TEEFD B2 90 mm.

.14 TEBEEYE FEN , SEEER.

FE/\BRHFEEL 96FL PCRIFLIR .

16 HIxoEESREE .
17 RIEBE=s L 0.2 ul~2 uLl. 2puLl~20pL. 20 uL~200 pL. 100 uL~ 1000 pL.
.18 10 uLEEZER .,

1.5mLEHE EPE . EEFMEFSLVE . LE 15 mLELE .

2.20 0.22 pym fUETTETIER .
EBEMMENELEERS .
2.22 BERWEEUCHETE S TR ERIE{X (MALDI-TOFMS) .

2.21

3 1EFF &0

3.1 MNRBREBFRAXEHRAEEFE(MTSE) (I A, 1.
3.2 ECARBEFE(EC I A. 2.

3.3 BREHBASHEEFE(TSA) (U A. 3.

3.4 STECE®IZFHFE I A. 4.



GBE 4/89.49—2024

3.5 EFRIEREEFE(MAC) Il A.5.

3.6 MOEHBEAD(BHI) -50%HH I A. 6.

3.7 0.85%KEEEELK.

3.8 5% Chelex-100i8i& I A. 7.

3.9 E-bufferigi :I A. 8.

3.10 1 mol/LEEE B .

11 1xTEE S UL A9,

.12 B PBSE M (I A. 10.

.13 SEETRIEEMR PCRz MR & F bl Al (10 x buffer. dNTPs. Tagf##1 ddH.O) .

.14 STECREHHF o BEHEXAFAHFILFER .

15 SfEERAaESRELEREEXHF .

3.1 EFEMGHRESREMEHINTESRFERE (Shigatoxin gene,stx) [HE K2 H KB In E R
Bk, BDET stx1 F1/8% stx2, 81 0157: H7[CMCC(B)44939,GDMCC1. 2702 S E 170 stx FATEX
2% KRINER M  BIAET stxl #1 stx2.30 CMCC(B)44102,GDMCCL. 223k & Etk . RIGH

IREEMENTERR (MBE 0268 KpiaF KEMEREM W1 CMCC(B)43221. GDMCC1. 38078
FWE IMBE 045, CMCC(B) 43242, GDMCC1. 3808, F M E &, M B & 0103,CMCC(B)43234,

GDMCC1.3809a & E %k ; ME & 0111, CMCC(B) 43211, GDMCC1. 3810k F3 E # ;M iBF & 0121,
CMCC(B)43228,GDMCC1.381 183 EH ;IiBEE 0145,.CMCC(B)43243,GDMCC1.381 283 EHE .

g Ll Lo g L

4 WWIEFF

CRASREAMRFRECEEFLE 1.
e

25g (ML 25mL) B &+ 225 mL EC (B mTSB), ¥ SH*

44 "Cx1 °C 1B h—24 h

stx # 77 3[H ¥10%

stx [EHNE N

HH MAC 58 STEC BapER

36 “Cxl °C 18 h—24 h

M ALT5 - TASEME (20 5T WS EMELD . &R TSA ERE

36 "Ck] °C I8 h—24 h

W RER sex WE77AEEM 165 (DONAG N
S T Ak N RN R LT M

1 FEREFRABEREKERRIERF
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5 HRIELE

5.1 #HMAaHl&

5.1.1 #HmikF

oK EEMRREELREFHTEM  AMABEREN MSFEFmIREFmCFEREITR
F TRHREXRN NMETF 2°C~5°C KEPFLHE 24h RTIEN .

5.1.2 EESFESHR

LA TEE{FFRENFE T 259, 0SB 225mLEC(Ek mTSB)NXEFTIEMIIERERN BiaEN1YE
SEHYE 1 min~2minEi I ANEE 225 mLEC(E, mTSB) I LB EWR f BIEE D AW ESE L
8000 r/min~10000 r/mintd/&E 1 min~2 min,$Ipk 1 : 1089FmE & .

5.1.3 REHR

LI FTEREERMEE 25mLINAZES 225mLEC(EE mTSBIR L E N EEas T EEFIRD , 79
BSHEL 1 - 10MERSR .

5.2 180

7 5. 1HIENEMIM 44 °C+ 1 °CFEFF 18 h~24h. FEREEXREE, LAET stxl #/k
stx2 KR REREEKE EC(B mTSB)RIEFAMEMMER , LARET stxl M stx2 KBRS
FEEmEERTE EC(Ek mTSB)PIEFAAMEXNER  FHISFEZSEIIME,

5.3 stx B/ HEEYTF

5.3.1 WERESIEFEH

s eEE PCRIAEIAIEFEIIZIEESI MNIE GB/T 27403 —2008 Ml ERVERNIT .
5.3.2 DNA#E R $I &

BEARRN 1 mUIBER(HESESNFERAARES EESHRET 1cm LWE)ETF 1.5 mLEP
B9 .5000F 0 1 min. REBRERTAREINLED)ZEHB EPESF .10000gE 05 min, FEL
B . FLEFRIAN S00 LB EEEHEK,.ER,.10000g B0 3minFELB®R. BILIEFIMA
100 uyL B9 1x TERHE . ER(EHEFRAERGm, WA 5%8Y Chelex-100F®&EC TE) . 99 °C +
1 °C AN 15 min, Z3R8#) 2 min, 10000gE > 4 min B L& & IESN DNAER . 4 h RSSO &
ARER BT o F -20°CIEER=F .

i+ - e At DNAREUH A Z R ERA P ERIEIHFE DNARR .

5.3.3 SRR E=E PCR#TF

5.3.3.1 S|¥RIRE

W= 1.



GBE 4/89.49—2024

* 1 FERBEAPEAFREENRLAEE PCRIIMERTER

=® 3y I EIREH I (5'-3) -
stxlF GCA GAT AAATCGCCATTC G
stx] I stx1R TGT TGT ACG AAA TCC CCT CTQG
stx1 P HEX-AGA GCG ATG TTA CGG TTT GTT ACT G-BHQ1
stxlF TTT GTY ACW GTSAYA GCW GAA GCY TTA CG
stx/ stxZR CCCCAGTTC ARH GTE AGR TCM ACD TC
stx2 P FAM-YCG WCH GGC RCT GTC TGA RRCWKC TCC-BHQ1
165 rDMNA F CCT CTT GCC ATC GGA TGT G
165 rDNA | 165 rDNA R GGC TGG TCA TCCTCT CAG ACC
165 rDNA P CY5-GTG GGG TAA CGG CTC ACC TAG GCG AC-BHQ2
© FEBITh Y $(C,T) W H(A,T) R H(A,G),SH(G,C).DHAGT) .M H(AC) . H HATC) K
(G, T) .
53.3.2 XRGE

=8 5.2 WAl ERA T RIRE .

5.3.3.3 ERRAESE PCRERIEFHR

Wk 2, NiEFEEmESERREEERE PCRIEHERT , Al Rl fl & ik BB B HITIRIE.
*2 FERBEAPERARESEMNKELEEE PCREEER

1l 7] TiERRE e REAEF/pL
10 = buffer 10 x 2.5
dNTPs 2.5 mmol/L 1.0
stx1 L iiFS5| %0 (stx1F) 50 pmol/L 0.2
stx1 75| #¥0 (stx1R) 50 pmol/L 0.2
stx1 FEET (stx1P) 50 pmol/L 0.1
stx2 LiiF5|90 (stx2 F) 50 pmol/L 0.2
stx2 T ilF 5140 (stx2R) 50 pmol/L 0.2
stx2 IR ET (stx2 P) 50 pmol/L 0.1
16SrDNALESI¥I(16SrDNA F) © 20 pmol/L 0.2
165 rDNARIFS|#) (165rDNA R) - 20 pmol/L 0.2
16S rDNAREH(16SrDNA P) ° 5 umol/L 0.5
Taqfs 5 U/ulL 0.4
DNAEHR — 2.0
ddH: O —_ 17.2
SR — 25.0

st B HEEVGE ZIWKRPFRIMA 165 DNA 3RS, FA ddH, OMIRIEIN 0.4 pLIEE 17.6 L.
EERMEUNNERYED hESEE 165 DNAISHE.
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5.3.3.4 SEFNRAEE PCRRNMIZFF

FREETE :95°C 10min; 22T :95°C 15s;1B3K :60°C 40s;8E{8 :72°C 1 mind0 MBS . TEIE(RTER
F 3EWEENEES  oiXECHFICHREES .

5.3.3.5 EZRAWIEEM

A —HUREEIEPEIRN B E TP 2K MERNKIEER PCRELEWLEREBTI, AN LK ICTE
PCRECIG LSRG , FE AT .
a) THEXEE :stxl. stx2 1 16SDNAEHIY LR IEITEUEK(16S rDNAEHBJBEE 35T B
o H ISR SRFERT EUE ) ;
b) [FAMEXTHE :stx] Fl stx2 B AR EIE K I6SDNAEBR AR IEWEHEB K . BN B9 Ct
{E<30;

c) PHMEXTEE :stx1l. stx2 1 16SrDNAREIITIFRIEXTEIE <  HNA CH{E <30.
5.3.3.6 ESEB%XE= PCRERAE

S 5.3. 3.5 FEREEWNHRENNEBRET FfaEmRAfTHENET &
a) stx1#]stx2 B CH{E 240, MFEA stx B
b) stx1 8% stx2 BY Ct{E<35,16SrDNAEER CHE <35, MFEIES stx A ;

c) stx1FIstx2 BY CHEIY 235H <40, W EH BT RNEERE PCRY IBLln . BRYV BE
stx1 8k stx2 BY Ct{E <40,16SIDNAEEHR) CHE <35, AIE N stx fHME ;& stxl 1 stx2 B9 Ct

85 =240 MAIFE A stx FBIE .

FITE A stx FHER M HRERSESR A "25g(mML)EFEmP ARG a5 RZ AMEREKE"
FIEA stx PHERNERIEE®RIE 5.4. 5.5 NHlED IHITERIEE N RieiIixE S0

5.4 IHEMEEAIE

IREX 450pL5. 3 & stx AMAIERIEERZE 1.5 mLEE EPE ,10000g B/ 2 minF LB  EIK
JUEEST 450uLRY E-buffer& B AN 25uLBY 1 mol/LEREE(pH 2.0~ 2. 5) . EBmFEHIRS 1 h,
ALOyLEEEMRZERT STECE@EREEZRIIREEAREFR 36 °C £1 CiEFF 18 h~
24h.

IR EN EIABG AL 100 pLE 900 pLE-bufferid it iT#H %R iRl EST/E A 10 yLEEEMRHREL
i T STECEREFENZRIIREEFE T 36 °C +1 CiEFF 18h~ 24h.

5.5 7TMEZMER STECR EH L E KA IE

5.5.1 5.3 FFE stx FHENHFMEREKRET 5.4 RLEN AFENHTRERKRES RET
R RV ERREAXT 7THEZMBEEL(026. 045. 0103. 0111, 0121. 0145. O157)H STEGHITTEE
hE HKEEFHNNBENTEERFEAEMNRE ., SEFBERARBES TANEAFERE
T REFBERARIARITRF 81T FmitAH 1 IRBEERIZRISHR,

5.5.2 BFRERLOERFEmINERRRES 81 MFmER 7MHEESLE(/HREHEIRS 18) A
THIREZEE L . 1§ 78 STECRGHKFSRIFAERIRZEIR SiNMEHMNRESHHMERLED.

5.5.3 OREX stx PHMENSE®R 8 mLIOA 15 mLE/LOES ,10000g F/L 3 min FXELIB®& . JOIAN 3 mL

7oE PBSERINIEHRIERES 10000g EL 3 minPBSAERLTRES 2~3BEFELBER BERN

e A .

5.5.4 @ 5.5.3EAIEFIMAN 800 uLEE PBSEHFRER JRIERIGEHBIRE 100 yLEERE
5
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5.5. 2B REHKN 7TMRMEBLER AZFTHFELES . BITEREBLRNNER:X FEEFROMS
FEMOFHTEE  IBRRXY SR, 81 EREERHT 7THNEEREHKEE.

5.5.5 E& HEBRSIFUR . 37 CEHET ERIMNLEES 60 min ZEEREERE FEBITEAKSR
SR FE o ERD .

5.5.6 HIX WNESERE BHERBANEIREPHERREI T 3 minAAETMBEEZE BESERPSE
fF IR RHFKESHBEEE ARESOEEERENUENNEFEMERREREEY.

5.5.7 WHIRAM NMOBBOESITH WNREHEREYRHINNERZHN ESH. SREEELRE
HIRBEEYIMIER NMEBRAEERAMEREVMNIE BEREEREEDARIRE . WKL
BRASEHRKE UEBENRRESOE HEE 5.5.6488 . WEBAGUXELE FTEIEHEHTK.
5.5.8 % . MERBEAGHHESOEDRINA 1 mLEE PBSE % iBIFES & 5.5.6§] 5.5.7
2 IRAYE KB R ER .

559 EES2%E 5.5.8—IX,

5.5.10 REHMIKXES BEUR BREWMKEEVENRSFT 100 pLXEH PBSEPE .

5.5.11 EREIENREHIxSRRMEEETT STECEREFESZERIIRIEEFEFW,
36 °C +1 Ci55F 18h~ 24h.

5.6 STECE#*BI T ESMEZETE
56.1 &

WMz STECEREFEFEZFIFRLINEEEFEKBREAEEERES . £ STECERIEFE LA
BESTEFRRBR#HTHE EERIFEREEFEFER L REXHRFEEILIEEENLE
B BEE . o ERSRGCEs#MEEEGCENBEEEEIYALTF 51, DF s 2EFEEEY) X
ZEMT TSAIHBEFRAITHE R BN .

5.6.2 stxHHEEEE

5.6.2.1 DNAZTEH!

[FERAEMIAPEE TSAIRAE L1EFF 18h~24h MR REREE B F T S0uLLE KD . o iESF
PR E AR 99 °C +1 °CHI# 15 min, ZEim/243) 2 min, 16000g AL 4 min X LiB&IESS DNAET .

5.6.2.2 stx=ENEEFM 16SrDNAKE M
stx I EFEF] 16SrDNA BUHE N A SR ¥FEE 5. 3. 3 HIEKHIT.

5.6.2.3 EHXREWLEE

stx B JEEM 16SONARE N AMEMENES® HiTAWEFREHREEHEE . =ZBHEAE™
R EL AR KRB CEEEGEMAMY  H.SAMTIREZBAMMNEFY A AREFERE . —HENEE
EAE 8 H,S. KCN. REBBE—INAMMEFRY I EXMIEF KR .
EMEEEELBMENEREERSR . MEVEHEETANE(E) SERMENBOCENTE
B KT ERENHTEE BNESRAFENERRBEHITERIERAIE .
5.7 M:/ZFul5(xMing)

FEATHERZE NS BEDN stx AEXpRBRERITIBEFNE . ZRREFHIREMHARGE

RiRBAHET O MEM H MIR=E .
b
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#7% stx BB RS "25g(mMLUBERPERIEHSTERSEARRFERE" .
7% stx PHME (BEXRoEE stx [HEXKBIEFREKE RS "25g9g(mLEMPFRELDFEHSRZ AT
=AERE" .

#i% stx FHME B EE stx FAEENR S A XBEFEE RS "259(mML)Em PR &2
SRAMRBERE" .
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M R A
1% 55 2 0 7
A.1l BREBEEBAKRXEHEEFE(MTSB)
A.1.1 RS
o Bt 25 H AR 17.0g
SN 5.0 g
BEER S 4.09
KEEBFR 3.0¢
) & i 2.5¢
3 SfEh 1.5¢
Z (7K 1000 mL
A.1.2 HIE

% A 1.1 hRBHEES RS MAERERLER FT pH E 7.4+0.2,121 CEEKXE 15 min.

A.2 EC B;518 772 (EC)

A2.1 Bk
fRES &R B AR 20.0g
3 S hHmm 1.5¢g
£LIE 5.0g
b s = — 4.0q
b i — ST 1.5g
S 5.0g
7 1E 7K 1 000 mL
A.2.2 #llE

B A.2.1 RS ES MAERESLER AT pH E 6.9+0.2,121 CAEXE 15 min.
A3 BE MK TS E % % (TSA)

A3.1 7
L 15.0¢g
K2 EBR 5.0g
A 5.0¢
IRHE 15.0¢g

7 88 7K 1 000 mL
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A.3.2 ®lE

6 A.3.1 PRI RS MAZRERLER BT pH & 7.340.2,121 CEEXE 15 min.
SHIZE 45 °C ~ 50 °C  HEEFHR «

A.4 STECE 157 &

A4, 1 EihEFEMRDT

FRELR +BEEH 8.0g

e 5.2

B= 2.6 @

= 15.0 q

< [H 7K 990 mL
A.4.2 IR 5

= E el 10.0 mL
A.4.3 W&

B A. 4.1 FRSES IARE 100 “CHEEZLSEMIE SHE 45 °C ~ 50 °C SIRBEMIEARE . 15
A. 4. 2 SRIEAN AR S5 DN S5 8 60 BE R 1 5 6 o (B AR R SIR U —HEAON 10 mLSe @7k pES
S)) RRENEETSRS SIEFR . 58N pH B 6.9:0.2.

A.5 ZRELIR A& 7 2 (MAC)

A5.1 M5
HFRHER 20.0 g
FLuE 10.0 g
3 S[E%E 1.5¢
S 5.0 g
PELT 0.03 g
R 0.001 g
i 15.0g
ZIBK 1 000 mL
A.5.2 Tl

% A.5.1 PRSHESES INAZRERSER BT pH E 7.2+0.2,121 CEEKXE 15 min.
;$£|:|§ 45 ﬂC -~ 5':' l:[: :'“:EEIEIEE o

A.6 iR SR A(BHI)-50%H ik
A6.1 BT
fRES E B A 10.0g
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CEE 2.0¢g

5Bk 5.09

AL 5.09

bote B = — £ 2.5¢

2= (EIK 500 mL
A.6.2 A

¥ A 6.1 FHISWDES INARRZEZEEM 0N 500 MLEH EZBE 1 Mo ETEAFE
F,121 ‘CEEXRE 15 min(el#kiBESLfR A EIEELHIGap B ) .

A7 5% Chelex-100;8 ;%

FCEFREN 5 gChelex-100F#3 , A0 100 mUREHKEME KIBHBEBET 2 °C~5 CR7=F.

A.8 E-bufferidif

A.8.1 M7
=SIN=ISES 5.09
ItiE 20 0.5 mL
FREBF 10.0g
SR 5.0g
b B — %1 3.5¢
b R — S 1.5¢g
7% (H 7K 1000 mL
A.8.2 WA

B A8 1FEMRDTRDBBRES B 0.22 ym LENEERRITIEIRE (AT HIELIRBERLE
FlaamifcHl) MIBRBBBET 2°C~5 CREEH.

A.9 TE-bufferiz i

A9.1 Bk
1 mol/LTrispH 7.5 100 pL
0.05 mol/L EDTA 20 ul
PCREK(F DNAEE/RNAFS) 9.88 mL
A.9.2 ®IE

B A91FEMADRES SREEXKER ERFRF(AIHKIESFAERCHIGEECH) .
A.10 PBSZEAi#
A.10.1 F4H

SL 7.65
10
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REES S — 4 0.724 g
BEEL — S 0.219
=% 40 ok 1000 mL

A.10.2 HlIE




B A 10. 1 PEMESEBS . BT pH B 7.440.2. 121 ‘CHEEXRE 15min, ZR{EF (AIKIELER FHEZLH
E L BCH)




WWW.DbzZXZ.net

R NENY




