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(B #R]
E.coli %% DNA #MiXE (PCR-ZEIEIREE)
(BEAIE]
100 Reactions/&
(FHAR ]
KAFEHEFEERNSMHEDT AN RIPER. FREFMMMP E.coli 7% DNA,
(FamiEn]

KIAFIERA PCR-EHIREE, XY E.coli BRAMRTRES, &IT5I1¥IRE, e E2R
FZH E.coli %% DNA., AFIEEBEINEEARIR, AR USFEEA—ESS5IERY 18, ATEER
NS ERERE, BHIEEAMHNSE, NAFIEEE UDG B, BFFRA 1E~=89754%,

KAFEEHBESEHARIENF AN LT ZEEEFER.

(EERFSEE]

BT b #1& (100 Reactions/&)
E.coli qPCR MIX 1.0mLX2 &

E.coli WAR* 1.0mLX1 &
E.coli PFATEXTER 1.0mLX2 &
E.coli & ST1 0.5mLX1% (30fg/uL)
E.coli & m ST2 0.5mLX1%& (300fg/uL)
E.coli &M ST3 0.5mLX1%& (3pg/uL)
E.coli & Em ST4 0.5mLX1%E& (30pg/uL)
E.coli & fm ST5 0.5mLX1% (300pg/uL)

WER:

ARt SAFNEPZHES R UER,
KLRIREPFEERNESPRIBHAAF : HBRIENHA AT,
*EAMERRATIZARIIEE, RN TERNAT, EFIEERTIZE ROX BE, EROMHEEX
7 ROX 58,
*EiFmIREET R ARINNAR, IS INWER, WEH MIX BB RES&RI 1uL KR, 533 qPCR MIX BY
HE21uL/RE, ItEAY PCR 2R REAFEA 41ul/ R Ko
[fEFFA4 MBI
1. EF<-20°CTERLRTE, BXH 24 1M Ao
2. BREREFRM, REFMABMAEE 10 R
3. FmAMEARLN BEAARE
(EFRME)

BIEERBEFLATHIE . SLAN-96P. SLAN-96S £HTHIER PCR 217 %:; ABIT500. ABI
QuantStudio™ 5 LRI TEE PCR1X; Roche LightCycler 480 KFtEE PCR 1¥X; {85 CFX96 &
2 PCR1%,

(#2386 757%)

MitFIEHEXE E.coli gPCRMIX. E.coli AR, E.coli FAMXTER, E.coli A& ST1~ST5, &

FEERNY, TS HRIERNBELER.
1. M#EEIYEE ERC $I&
RIEFEIRE ERC HfY E.coli DNA INHERE (LAHI#& 1N 30pg E.coli DNA 2/ ERC Af) , &
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IR 1EA0T

1) BY 100pL #FFliEEZAIIN 1.5mL F4NBEOE R,

2) PO 10pL ST3 FIRABRETE L, ARICAREZA ERCo 475 ERC FNEHLERNF A —R# 1 TIXERIREY
aify, FEIRZERENNREAS ERC #4ER,

2. RNBRES

2.1 RIFFNRAE, BRI PCR RMNKE, —ARENM 3 MNEE/#.

PCR RN i&#= (5 MREMRBERITERLZ+] DNTARRITER NTC+1 PERMEFHE NCSHEFMEE A+
A ERC) X3, ARERKHENERER PCR RN&, 1RIR—FL 20uL HEDEZE 96 L PCR REE
PCR/\IEEEH,

2.2 BRNFLINERA:

zha) JIILES=s

MR R LR 20uL E.coli gPCR MIX + 20uL ST1/ST2/ST3/ST4/ST5
NTC 20uL E.coli gPCR MIX + 20pL BBMEXTER
NCS 20uL E.coli gPCR MIX + 20uL NCS 4lifki&

FMtER 20pL E.coli qPCR MIX + 20uL MR A4k ik

7R ERC 20uL E.coli gPCR MIX + 20uL #7< ERC 4hifLi&

3. BFAIZERIZEX
1REP BSRZBRIRIN A WIHFT RWAT, HAEN 100uL, RARAIMERN 10ul,
4. RIt PCR R
4.1 %288 2.2 A ERIZERIMAE E.coli qPCRMIX 1, F=§FRNEZEEAXXFREA 96 FL PCR
W, BIEHIEL, FBEIRE PCR X L.
4.2 ERI PCRINEBTTIATIER:

TR F1F 1BIT 5K
UDG 4biE 50°C: 2 &3%# 1
FiZe 1% 95°C: 3 7% 1
PCR 18 95°C: 10 %), 60°C (RE&ERN) : 30# 45

R ICIBIEERE FAM. ROX, EMA FAM /9 E.coli DNA, ROX A3 E.coli RtR. &1X28/9 ABI &5,
ZELR IR none,

5. ERHAE
5.1 B{ELKIKTE

R ELRIBNRRE B FETIEE, LUNIGFEE E.coli M BRT EHMANED R N, &Y
FBEFRELEI T E.coli BB RAT IEtERE R, HAIURBNEBHE,

5.2 RARAYHIE
SHFIAMERANR Ct EN<35; XSNFRYER, nge=FARTENE, SHEMERRNIRAE
EFREHERE
5.3 QI &
NTC, NCS A FAM BB ERT Ct E5 Ct [&>36; FRELLE A<M R2>0.99,
6. ERO
6.1 LI SLAN-96P F9fil:
1) EEERERES, £ ‘KRN @R “SEHLE” b, SHEREIGESE,;
2) 7 “FLIRGREE” MRS, BREMBY “BEAREE” —EiRERANER, HEE “BE —E295
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MH{E/9 300, 30. 3. 0.3. 0.03 (EXAEFLIMNE DNARE, 244 pg/uL) , HEEHERME W
AEH —rthes &)y ST5. ST4. ST3. ST2. ST1;

3) £ ‘LRSI B “FOERhL” mEiRP, sHERBARERLZRIRIZER, BB, EXRE. TIBNE,
4) £ “LRON W ‘REFALEER" @iRF, “RE —E=ZaEBWQNSEROKRER, 2404 fg/
UL, EEAERNIREPFEKIERFRERBEMAIRERN pg/uL 3 pg/mL. RIBRENFERFIFEAR ERC
HIHMEE RIT BRI, MEEEIUREERTE 50%-150%2Z 8,

6.2 LLABI A8] 7500 gPCR Y. ZR{FARZS 2.4 Joffl:

1) EEBARHEL, 7 Analysis B9 Amplification Plot Bk, 3§ FAM 3&3&. ROX 3&j& Threshold
REIGESE, =i Analyze;

2) 7£ Setup HY Plate Setup ER, FARERLZFLEY Task —1=i& & /3 Standard, #H7E Quantity
— =2 5IMEE 3000 30. 3. 0.3. 0.03 (EXHEFLINAR DNARE, BN pg/uL) , HEE
MY Sample —f2F#r 9 ST5. ST4. ST3. ST2. ST1l, ELIERXTER NTC FLBY Task —1=i%

7 NTC, REPAMERIE NCS FL. FMEEARFL. #24 ERC FLBY Task —421& &7 Unknown, H B7E4E
A Sample Name —#=FR#s &9 NTC. NCS. S. ERC;

3) 1£ Analysis B9 Standard Curve EiRe, AIIRERIT AL Slope. Y-Inter, R*%;

4) 7£ Analysis B9 View Well Table @m#&k™, Quantity —#=a BN NERIREE, BAIA pg/u
Lo EEAIERNRSEHRIBAFREGRMIRE N fg/ul 3 pg/mL. RIBFRAMFEARFEELR ERC B9
KNS RITEMERIRE, MNFELRUWEERTE 50%-150% 2 8,

CEEE)

1. AFIENE-20°CLU TR

2. ZERENFFARERNRFIRIHBE, MERBIRELSERIT, TREIEPWEE. HFERE
fEHES A LR G RIFHNE R

3. %ERIRENE XFEMHIRES. T DNase/RNase. TR EKMABX=Y), REUIIERERIE,
SEREHRNT—FLRIRFERE.

4, REFATHRASHEREHRAS REER.

5. AEHFERANNTER TREmt, BNBEMERERENTER. BEREFRR, LR
R RE,

6. EFHMN—AXM PEFENRNERE, BREFHAEAINFEEMRNE, N EZRFER
AHERIEMBR—RETHIARFE,

7. RRENEIZBEXNE D XERE, KBRERX >BEIRENX > IEX >SiXIRF#HITEE
. EXEAR. 28M. RFIRESRBENEZIEERK,

8. M. RERSFEEAEMNEE, BRADEBRSBRENTIEM R,

O, G MRIAE, LSRFENEFYINRITKE, &8 PCR ZREHITEEHLIE,

10. SNREFAAEIRFSRAME, ATFARNT RG], TI8ERXT PRGNSR R0,

11. B ERENERRANIR G #1T R R IR D .

[ 5 AEA]
TEFRBERRT, ARBEXI~ @A BRNRENRT~aMESS.
[2FER]
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