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GNM SCEARIINAA & (qPCR) J&—FhdE T 9 REHE gPCR ATINIAFG, W PRI A0k, 21
MOPE.  RREFI T BEFRILARAE S A S b R R AR S AT Y o AR SR E gPCR 5V,
Groliss W H AR AN S 1C. NS m] I A IRE A0 7 1 S B2 75 AEE S, By ok e BB 2 St ]
TERERR IR BUR NN IC, IR EUR A

AT G I 5 200 ZAISEAR RIEAR TCIEES AR E R, B R, 5 AR S )
TR X 20 BP2.6.7 ERBATINAE, WA &Ry 10 CFU/mL.

ARAF) G AT A A AR OR . SRR AT IR & (REERE) WA B .

ARF G T dUTP/UDG Bii5 2%, AIBiILIRPTEL R L, (RAESS R .

. TR AR

1. TEBEL-20+£5°CHAF Fitife, AR 12 MH.

2. R E/FEIMTUKEK &gk, TS BEDG-20+5°CHE AT«

3. it s, AP H AR

=. AR KA

HCD0301-050
Hor 4K (50T) A
2xqPCR Reaction Buffer 1 ML -20+£5°C
MyPri/Pro Mix 300pL 20+£5°C,
FHPE B2 (My PC) 100pL -20+£5°C
W EE (My 1C) 100uL 20+5°C
DNA iR 1.5mLx2 20+5°C

. EHIE (BFEEARRT)

ABI 7500 Real-Time PCR System

SLAN-96P/S 4 HZEH PCR 7T &4t

Fi. MR EEFEM
—UMELATFE. 1.5ml TR EOE . qPCR & TR JCHE ) \IHEE 5 96 FLAR. 1000pL. 100pL.
10uL B IR A ATC AR B A Sk . 2O E R PCR AL ERXEOHL. IRTER 11X
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1. FFIFEAF DNA #H&
1.1 NECEA A A &S JRARRE AT A BT & (REERTE) v,  $REUFEAR DNA.

1.2 BRI ECE 2~8°CUKFIBUK -k, RHEIRE], WA S50
2. qPCR RPifkRHIHESE

2.0 IR ERN AR, THRETH R NS, B 2 M EEAL.
SALE= (1 AP PCH1 AN TR0 R NTCH AN EH M PCS +1 AMREUE 14 B NCS+N A
FRIRERD <2

2.2 WPl elRmeE vk B, AR S S AL ST S N SR S

KRG WA = (RMAH+2) <20 (2 FHikALED
T AT 77 SR B R SR AW
R 1 KRG HICE

Hoy B E/IL
2xqPCR Reaction Buffer 15
MyPri/Pro Mix 4
IC* 1
AR 20
HERIE AR IC, R 1 MERNBEH; FRIEMA IC, NERNIEEETH DNA HRRENR IC.

3. ke
PR eI VR A USRS, AN R SEFLINN 20pL SRV A% 10uL Rl RZ IR RE 03 2 Fiow.
22 kR

R IAL pilikE 7N SR IALAAFR
PR 545 PC 20uL M IRAE+10uL PR F% 30pl
oA T NTC 20pL S RETRAE+10uL DNA #Bai 30uL
FEEPH M R PCS 20uL MR A +10pLPCS 28407 30ul
FEE A M HE NCS 20uL [ NRA RA+10LNCS Zifkii 30pL
R DUEE 20l S NIRA WA 10D ApllE: it 2B A0 30uL
7 (DPCS 4L Tl 10pL PC+190uL FE i 2S Fbuffer (3% 1xPBS) {EAFEMHEATRIACBEIRTS, iR
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I S 2 A L 1

(2NCS it nl {5 DNA FBi e R St A7 i
4. qPCREFHKE
L ABI7500 yf5il:

b
=
=
e
:LJm

4.1 Fra#seis, i%EF“Absolute Quantification”;

4.2 HINFEIRAFK, HEF Quantitation-Standard Curve, TagMan reagents fll Standard #7;

4.3 EFEMRETOLER, R AEER RN FAM, FEKIEHE]A None; 1C B HEHN VIC, &
KFE[AN None; Z A ROX;

4.4 %E qPCR RNFEF AP

#£ 3 qPCR ML

BBt R B (1] TEIEL
AR P 95°C Smin 1
95°C 5s
2 45
60°C 30s

SRIAAFAERE 30uL, FFURIZAT
B S = AR T LR AT B B R MR Y
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SLIGIHAFE B CHREAR )
1. FRRFEAH) DNA HE#%
A HEWECEM AN T IR HG”, F9FEAR DNA; By DIIMIREA ], EsciniLR, M
24 FLIEFRI L, AU RIRFREEIATH IR, ArAAE KR 80% LA EAF IR L.
L1 FREONEIRE (RETTR)
L 11FF LB IR P A4 A 35 97 5
1L12H] 1xPBS s ERLE/KYE 2 R4,
LI3MNIE S IR BB (Lh24 FUBC ], #FFL 100pl) RAFANNL, FIRE 5 75,
L LAWCER AR, TN L
1L1SEE.OHLLE 13000rpm 250y 5 0%, LIS —TH B0,
1.1.6HL 2pL  EIBEMF BT PCR M.
12 BERAERLE REFR)
1.2.1 B 1~1.5m L 4095 B (A MMBEim D, RN SLE T,
122 FEEOHLE 130000pm &0 5 4.
123 3 kiF, H 1xPBS Bl AR ERKPEDTIE —IR.
124 A 100 uL ZMRERAES, ENEUENRS)E, SIEBE 5 28
125 7EEOHLE 13000rpm 20 5 704l BIEFEN—SCHE O .
1.2.6 B2 pL EJEEABRIEST PCR M.
2. qPCR KPR RHHEE
2.1 IRYEFTERMFEAR S, TSR, —REEAREAM 2 M EETL.
AL E = IANBRPEBTE PCH1 AN TN B NTC +N ML LD %2
2.2 KPR E VK LR, AR S RLFL AT ST TR I S SR A R
RBRE WA= (RS2 =20 (2 HRALED

%R AT ERNARE T
R4 RNTRATRCE

Hoy BALHE/NL
2xqPCR Reaction Buffer 15
MyPri/Pro Mix 4
IC 1
SR 20
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RI1) =3
TR eI R ST SR G, BN RSEFLIIN 20l [ RETRA WA 10pL R ReRE &, gk 5 Fix.
£ 5 IEERG

&AL pili N KRR
FHME 42 PC 20uL BV A R+10pL BHHE % 30uL
TCHEARG B NTC 20uL [ B VR A R+10pL DNA Rl 30pl
FEMIAE Ay 20uL MR A EA20L FRFIIAE S+8uL DNA R 30uL

HE: HRERREGR SRAF AR DNA FE R, AR T 2ul ATRES: =2 PCR 4 38401 .
4. qPCREFKE
L ABI7500 5 :

4.1 Frases, #%4$E“Absolute Quantification”;

4.2 ByNSEIG A FR, 1E#F Quantitation-Standard Curve, TaqMan reagents A Standard #55;

4.3 EPEEROLIEA], FHFEAREIE R EIEE N FAM, BKFEEF N None; 1C @B R CEHA N VIC,
KEH N None; Z b A ROX;

4.4 WE qPCR RMFEFAFLIE, WK 6 iR,
£ 6 qPCR NFEF

Bt B i 1] PEIREL
AR P 95°C 5min 1
95°C 5s
(EED 45
60°C 30s

SSARRRILESE 30uL, THIRIBAT

s iR T AL s 47 v 8 R
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. GRIH

PL ABI7500, 3RAERCA 2.4 A1)

1. s
1.1 #EFERME (Threshold=0.2) , JRAIRA EHZNBME. MFHFTFa0I0%EE, BIELE S T BV el s L 2k g

T, B W BN ARE SR AR SO KM S, AR R E S AN A ISR
1.2 BGEE R EEEL. WFHTFahifs, BELRAMIALSOERERBI K AT, &R iRih %ot
KA BNIX, A RUEPRAE R IR E REAR Y CLERIRT 1~2 MIEFE.
ZiRHAE
2.1 PC. NTC. PCS. NCS Z&RHzsH %k 7.
R T ORI ST

JRAE R i FAM 55 VIC {55

PC Ct<<35, HAAWIRMY 1k Ct<<37, HAWIEAY 1k
NTC Ct>40, sEHIEY 1 Hh2k Ct<<37, HAYIEAIY G HhZk
PCS Ct<<35, HAAWIRMY 1k Ct<<37, HAWIEAY 1k
NCS Ct>40, sEHIEY 1 iHh2k Ct<<37, HAUIEAIY Gk

B OPCEERELIRELERN PCS. NCS, HIiZ#HER T LFEHIT PCS. NCS 7.
@I BRI EIAE, RSS20 = BRI PR ISR 45 R FE .
2.2 FEIEE SR ZE B, %R 8,
R 8 FrIUFE S SR

FAM 55 VIC {55 ZERAE
Ct<<40 HA WIS 1 28 Ct<<40, HAYIEAY 1k FRE

Ct>40, BICH]EY 1Y ih 2k FEAE, A0
Ct>40, ETCHIEY 1 2k Ct<<40, HAYIEAY 1k FATE

Ct>40, ETCHI R M9 15 1t £ oL, A

A IS, 7 EE N SO A S AT A I AL HEH BRI R T
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NN ERER
L AUGHEPRIHER, AT IRKZH.
2. AWHIET RG] PR D IR, DUORIE R Al 4 2R .

3. PREUPHPEREE PCS, AILAAIA 10pL PC+190pL #5445 Hbuffer (5(# 1xPBS) 1ENREAIREL,

AR L08R IL I

4. EHAEFEERTIN IC, A PAZEARFIUARE SR 10uLIC, S0pL ¥, 10ul EAf.

5. 1C IEIE DG AT DRSSt S 15 il ik 152 TR WU B K Ja B AL 2
6.  HMBBRGIGFEA DNA BESL,  PCR 38R FR/NF2uL .
7. RFIEH S EARIE TR .

8. EUEH IRk

s BIEH

3=

o

BUEMBT U, A T IRR SRS NARSZSG, S ER— V)RR, hsciF &, KAH
BT, PR IR U A, SIS AR, R R s R .
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