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E.coli 78 =41 it DNA #¥iR57 & Ui BB
(PCR-RIGIRENE)

s EFIERN

E.coli 15 F- 41 il DNA 4% 84K I3 7] 50 FH T g St A U 4% P A= 0 i) it B 24 it 4D o ]
o B F i E.coli f5 41/ DNA 5k B 1€ R & 2l F 2 ol o 4 +F
A HTAEFAR R E.coli DNA 5 3 7

FEATT b B 32 2 F TG RE A T AR BE, H A FRE MR 3R E.coli DNA. £
X SEFEA I UK R . DNA SR RICART A, 410 T LUM S 2% 0 5 JB v v K 1k
H[f DNA M T A 20 il %%'ZEE’JIEIWX%ETW”J (I HER RS

E.coli DNA Kl 51 J& F H Taqman #8438, 2 AL MAE A+ E.coli DNA. 141431
DNA S I A I B o7 LLIA # fg 2001

AR G rT DR LN A AT F T4, R rTLUE A T SHENTEK™ (1) B 2l % i 4
Hu4% rDNApurify.

m A FIE A
1R A Edim
WAL | K=
FEA R A PR 71
AN K 220 1omix1 il | =ik
i EW 20mlix1 | =il
DRI A 30mix1 )l | =ik
VM 10mlx1 | =il
MR 10mlx1 | =il
T 2k 500ulx1 45 | 2~8°C
HHEM K 500plx1 % | -18CHULF
B Jir 500ulx1 & | -18CK&LLF
Pz R} (RNA 50ulx1 & -18°C K LLF
E.coli DNA £llAF] 100 tests
E.coliDNA JE 52 iy (30ng/ul) 50plx1 4 -18CMLLF
E.coligPCR MIX Imlx2 4% 18 CRLULF, BLIRAT
DNA R 1 mIx3 4% -18°C K LLF
B HH
MEMEAF ST 24 00 H e
B ERAVLE

A7 i T ABI PRISM® 7500 Real-Time PCR System, Mx3000PTM (Stratagene),
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CFX96(Bio-Rad), LineGene 9600(1# H)%5 % F' Real Time PCR {¥.

B SBAFERAFEFR RS R

TR LEE oyt

100% 5 N lE (434l

5M [#] NaCl

IM [#] HCI A1 NaOH

KB R AE7K

1.5ml o B B0

PCR 8 & 5 96 FLAR, AH IV o 578 i
—KHTE

1000pl, 100pl, 10pl JE B P8 A0 K

KR%
P2 F PCR X
AR B
PR KA R
T 53 P 2
Wi = T A
1000ul, 200ul, 100ul, 10pl FEWAE
GEEREE)

A\

YV V V V V V V

VV VYV Y VY I?ZE

FEARTTALIE CFBhHEAE)
SR TSR R R U R R

R

TF IR B S 75 58 LR TAE:

> LTS YRR A TN 40ml K G K L

> E TR T T K L RERUK A KA H] 70% L BRI, ARid I YEVR IR B
> ACHUR TR N =W, Bk LR .

RFIRSEIG F /7 TS 58 M BA T T AE:

> WERSUT 100%[1 5 A 5

> HERIF 3 MK SE: 37°CL 55°C. 70°C;

> AT RILGEW RIS EUiiE, N 3TCKB RIS, R

> AT R H R K P L2 R ETVE, N 37°CKHY, frse it G, R
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WHR A I FEAE A 5 24 R AP LRI AS, WTREST i DNA, AT
LRAUEAS I (FI 7R A 1, T DL R R VBN A EA T 38 24 LU (R AR R S5 1 B4 T R A 4lifb Ak
i AT DLERE ARSI AL B 5E 1K S5, H DNA B ali ik ab 2 )5 1A A DNA
HATHRE, AR5 FRUEAT DNA BRI o

BFEA N TRRIRAS, of LI B v B A IS & RV AT W, TR AT T — D4t
BOE S AR A A, O R BV, T3] DNA WRERRe Jo,  1EAT
PR

pH HZR: — B B0 N AW S alifb b o) S 38 vh PR IR, 5 FEARTK) PH<S 8038
PH>9, 2RgWIREARSIALEIAR, FTLAH IM [ SRR sk &4 A 4 T 38 R AR 1Y) PH
Z e Ak .

FIPE s (NCS): RS il fe ZE 8 B — A NCS /E A EFEAR, NCS 5 HAb
FFOUREAR RS AT AbHE, LUK S0 A5 FF A b B Rt e A5 A7 A6 A8 S Yl PR B
A] PA LA G B AL R AR B A R B o8, 45 IKEX 100pl

FHME RS (PCS): BRRSEKH nl B E A PCS 1E A BH PN BAEA, PCS HIHLAhfF
TREA — AT A FE, DU FEAS B AL B4 4 1E 3 o BH M AT L% A 100ul
MR M T E ) E.coli DNA, UM DNA >k B T-EC & ks h, anin
A 10pl ST2.

INFEENSOT S (ERC): ] ERC KPPl DNA $2EURCE . [RIMCRFIMERT S, ]
Fl ERC KAVPAL KR 0 M7 7 v A R Gt . X ELAARE B 19 DNA I i — BB E 7
FEASIGRAL ) 2-10 1% 48, BN ) DNA K B T BC 14 (AR i, aiN 10pl ST4.

BIELRE

HAHEN

FEAMFRLIIFE AL 100ud £ 1.5ml T4 1L E T,

B 100pl FE5 A 10ul 5M NaCl.

INNEE ARG K WALBOE GRS G, 55°CKH 1 /e,

AR (1 K BRI A 10 2R (1 K+100u0 2 F1RE K 20

DNA &4

BHERE T=ERT, BHRY.

LR DU SR PR AT EAT 400, G PRI P R SRR B T A

MAE P HBUHFEA, EsE .0 40s, AN TAESE G, EHR .

& PANFEARM ARG SMES: 200p] 54 R+ 0.2ul FERE (RNA+ 9pl HiEJE

PO O 10s JGEFEATRA P 20 AN 2000 A RE,  10pd #EEE .

* WRPEARIE, AFUOMN LB R N B A8 R R AR, LURIE A U F
BRI — B0

A A IR S B O D 2 % Smin, PRI B0 5~10s S5 i E T RLMESY

[

d DO T TR B TE B0 SRR RS RS

RIS, Wk E)a, Mk ok Bk,

e I N T D3 2 e S 1 270 e M R B ok

DNA ¥E%

MBENE 3 B 48 R B A GRS BT, I 700l JESE A, 723 10s TR
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Ay PRHELD 5~10s Ja, RFELOVEEE THE S EAE, RRIOES, MRS
o, AL BT, S8R 1 IRBEERVES: .

2. BRI B AR EIOR SRR B, I 700pl YEEH B, 7235 40s )
PR L 5~10s Ji7, A5 B0 B E THME > B3 L, R, Mg e
B, MRSk 5 BiEWL  5E R 2 IRILERTEVR .

3. ONPRUEAA T BB, TURERR 25 B3 0 B0 FR R L s, BT REVE T
R, FREERIT A T 10u A Sk /N IR SR AR VB IR B 44 o

4. MHEPEZY B A EHUTR B0, FTTPAE a R AR 500 T T4 30s~3 min, [R2: L0
W
b PRI PR DI, SR AR S R RS T R DA PR A TR s i

S BRI T, TR T T ARG

DNA ¥efi

1. WEEOEREIA 50~100ul FEMH, HMED 5s TRAERAVERGBIES], 70°CK
#r Tmin, K IEREH AT FRIRGE GRS 2~3 IR
b TRVE TR R T RE b RN S A T
SRR EIOREER R T PR B0 R IR AT .

2. WERERG, BEOS REED Imin, REFHE TS B BG, Rk
SR, A Sk AN R B R B0

3. K b IRV TR B B0 10s, ARG E T-HEVE B e b, FRREER
GG, RSk PR RS R T S0, TS R FEAR Al .
*  FFUBEVEBIN, RS IR T
* PEARALIATLE 2~8 CRIM I RAE, WHLESE R AL AL LD FE 4 K IEAT DNA KO, 15

1) R 2R R A A

BRIEERER

1. DNA JEsAUeisR e, RREGRA A, AN I (o] PRI &L, DARIESRCH
WEERMA TR0 G L, RRARES O BN B AT 6000rpm:;

2. AEWLMESY AR Ly BATRI, PR R] UG 2 e B0, AL REERIR B S
LR ORI, EHEOIRES, 20 AEREER T, DL BRI N AN 58 i i

E.coli DNA ¥ 4E
SERFEATT A E G, HITUTSE

E.coli DNA & H2:7% i [ RRE Sobr i ih 2 4 i

FHARF & rh 42445 1) DNA B 8CKs 30ng/ul 1) E.coli DNA € 5% (3T 1R FE R RE
Fi W BEAR TR 300pg/ul. 30pg/uls 3pg/ul. 300fg/ul, 30fg/ul.

1. HL6 ST 1.5ml B0, 4 3lAsid iy STO, ST1, ST2, ST3, ST4, STS;

2. {EFRICEFEY 6 ST A i 90ul DNA FoRE s

3. KIS T E.coli DNA E &S % WS TUK ELRlk, freemib)s, BMEY,
L IS R PRI B 5



4. W 10ul 1) E.coli DNA JEHEZ % i, I STO &, REiHRY:
5. R 2 MKIRIAT AR ERAE

% 2. E.coli DNA &&= 5% fhI ik

\

Wik | MRAAIR W
STO 10l E.coli DNA JE #27% ili+90ul DNA Fif i 3ng/ul
ST1 10p1 STO+90p] DNA Hi B 300pg/ul
ST2 10pl ST1+90p] DNA Hi B 30pg/ul
ST3 10p1 ST2+90p1 DNA HFf i 3pg/ul
ST4 10pl ST3+90ul DNA HiFf i 300fg/ul
ST5 10p1 ST4+90p] DNA Hi B 30fg/pl

£ DML A DNA BRI AT RAE T 2-8°C.
*  XFED S HE N DNA S AT RA, &0 3s JAEE . bRihifckd fid, STO~STS
FEES 3s, B0 3s A FE, BANEES 1~2 .

Nk

1 PRI R N AL, — et 3 AN E R AL
d NALE= (5 AIRBEEBEIE IOFRAE I+ 1 AN TEBIROM I NTC+ 1 NPT BA% NCS + 1 ANF
PR PCS +HFllFEAx2) <3
2. AR KON ALE O S 58 AR R U BT i 1R E.coli qPCR MIX i fi

4 E.coliqPCR MIX = (JRALE+2 ) x 20l (45 2 ALk i
3. FWAVE TUK b, BRGEGIRS, %3 3 k.

R 3B AUIMEE R

Bt ith 20ulE.coli qPCR MIX + 10ul ST1/ST2/ST3/ST4/ST5

TR B NTC | 20pl E.coli gPCR MIX + 10ul DNA FB i

[ i 45 NCS 20ul E.coli qPCR MIX + 10ul B 545 NCS 4lifk i

FH % 4% PCS 20ul E.coli qPCR MIX + 10pl P ids PCS 4lifk i

R REA 20ul E.coli gPCR MIX + 10pl 43 KL A 20 Ak
FEA ERC 20ul E.coli qPCR MIX + 10ul ¥EA ERC 4ifk i

* 96 FUBUIEE 52 UR A 30ul /4L



* 4. 96 fUHHERR A1

N [ we [ [ ]
2 | 2| @ me | me | me B
$3 $ 3 O R -8 st | st | sm|C
s st st ol o | e s2 | s | s |D
s | s | s me | me | me sp | sn | sn |E

st | su | su | F
ss | s | st |G

NS | NG NGS PSS | RS | PGS H
1 2 3 4 5 6 7 8 9 10 11 12

4.

e TR IR 5 AN YR EEBREE () B.coli DNA FRUERNZE (ST1~STS). 1 /NTCHHR Xt g
NTC. 1 ANFHYERSE NCS. 1 ANBHFAE PCSY 5 MEMEEA (S1~S5) AEEANEEA ERC (S1
ERC~S5 ERC). &AM 3 NER AL,

SRR NN TR REA £ b, SRR 1T 96 FLARHERRINEE .

96 FLAR G 24 RS AT, A TR) PR 2500 10s 5N qPCR 1%

m ARSH

>

1.

2.

3.

>

1.

B2 E

% UL AB AF] 7500 qPCR 1. #AMA 1.4 H 1

GV VR Y, R o B A DI ABE AR o

B RIERER, fiv 444 E.coli-DNA, GRS FEOGIEHTA FAM, K5 6HEH]

4 none, Kl ZLL2é 4 ROX.

WP AAER N IER: 95° CHiASYE 10min; 95°C15s, 60°C1 min, 40 MEH; KNV

PR 30ul.

qPCR 4450 #r

% UL AB A 7500 qPCR 13 BAERA 1.4 Jyfs).

1E Results 1) Amplification Plot [{I# ', F Threshold ¥ & & 0.02, Baseline ¥'& A
A3, riidi Analyze, MCIFIHEEEGY B ML KIES SR IER .

7E Results [ Plate iR, K Ax#fE il 2k FL1Y Task — A4~ % E Ny Standard, Jf H7E

Quantity — 4223 HIRAE A 3000, 300, 30, 3. 0.3 (& UNEFFLA DNA R, Hfr

M pg), FEHAEANY sample name —#4% 1y %4 ST1. ST2. ST3. ST4. STS.

1E Results [f] Plate AR 4, K ICHMOT B NTC fLIF Task —A4~ 3 & A NTC, 4[]

PEFHE NCS fL BHPE5THE PCS AL RpFEASL. FEA ERC LI Task — 2 5E N

Unknown, Jf HZEAHMN ) Sample name —#~£H1 @44 5 NTC. NCS. PCS. S. ERC,

ZJgardi e

7E Results [1] Standard Curve [ AR 91, 7] 52 BObx #fE # 28 1921 % (Slope) . #HE
(Intercept). RZ,

1E Results [ Report [ 4, Mean Quantity — 4= 7] 152 HUC ARG I NTCL FH P 5

PENCS. BIPEF#E PCS. FRIFEA . FEAS ERC IIASTIIE, A7 pg/l0pl. JE4k

AT LEAS IR 2 ol 47 450550 pg/ul 5K pg/ml.
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% S5O S B R TS B AR LR R A P AR AT, — Bt AT S B
4 RO I NTC. BITE T NCS BRI 45 5% 4 Undetermined B¢, Ct fE>35.

LA R

I e R A] gEJR &l AR TT R
Ve A PRI B | BB I TE /K L1
. s WEER T A B K, SR E s ST
p ‘/k\ = TJ— ’ /Eé
THFM%E$ § IR N 30s~IminBI A, S IE BB S
WDNA Dbl WLISRSE F, TH1-3min
B AN VE I 1) 20 B TR R e
VeI REER M 6 T4 PR, AEREIR N ERE N vE H S v R
BE, Vel S iR AR A1 WHERAE IS REBRATS MG T4 B, nlKE B
RER IR S] F70°CAKE 2min J5TIERE e LR,
Sl [ RSV TRE S
BT EERR I T TG BE TR, 37°C IR EINAAE L 5 )
Al AN BN A K S AR, R
FE AR A5 5 SEET 100mg/ml I, EEEANFEAN
A 20pl H R K
FEAS B B 19 ARG F NaCl 75 b 85 1k &
FEA pH 1A WHEEAREA pH 21 1 v
VeI R H R IR R W B A R T
VR R IER AR | R, ATRRWAT LR, 18 R REER A
b
WEERARAFT-18°C JZ LA . ) .
g R | bR AHERBRUE AR | U N
Fase B B T TEWIRHERS WA, (RIS IACHER S
VEMO S AU AR B | XA R B, AT LIk, L
Tk W
TeAR I £ A TV E IR TR A PR R 75 9%l
PP A S H8 N 7500 ArUESEL B
. | IS E WHLASTE, AT LA B3R m,
LEREIES threshold.
%ﬁ KR B b i 2 2%
F VNP2 HH » . %IEE%‘DNA T2
o R P AR R A5 TR S e AL 1) MR

b
©
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EGRAIRHIESTE, B2 L

i3]
&

f TARSE &
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