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— WE R

S BFFE DNA A7 & ORE qPCR-ZOGIRENE) I T IOGIRENEER qPCR R, &
IR & PE AT AR R AHAREE PR T SEIRUURRAR AL L ST A AN M S b eT R HE BRI 43 BAT
WS S it o ZAAIEIZHXE qPCR J7ik, X HIRHATE DNA A5 A2 (10 23l TRil. W
SRS AR IRE A T4 38 SRR A AEE ], DU I PESE SR04 e S BRI iR A 2
IC, AT BOCECR 7 AR I

ARFIGEREB T 150 ZFMBATIN DNA 551, BRGNS, 5HAM MDA A
X, BRI G R 10 CFU/mL.

A W S A A F SRR AT B (REBREE) BURIFERC AL -

RAFGEHKH T dUTP/UDG BSR4, Rei ILARFATESS RO H I, A IRk T 45 R AEm It

= EEFG AR

1. 7EEEG-2015°C &4 N itfE, ARG 12 MH.
2. WK B/ TUKE K &I, FFI G BEE-20£5°C it

3. RAttS, AR R

=, WRIES KA

HCD0303-050
H o2 R 50T) RAF
2xqPCR Reaction Buffer 800uL -20+5°C
Myco Pri/Pro Mix 250uL -20+5°C,
W (Myco IC) 100uL -20+5°C
FH 5 #% (Myco PC) 100pL -20+5°C
DNA #iFEi 1.5mLx2 -20£5°C

M. EHENE (BFERRT)

ABI 7500 Real-Time PCR System

SLAN-96P/S 2= HZIEH PCR i R4

fi. MRBEFEM

—RMHEEATFE. 1.5ml TEACHR R0 qPCR & HJC B LB\ BCHEE 5 96 FLAK . 1000uL 100uL.
10uL F& VR 28 F1 TG AR B A Ak . 26 E & PCR A, E S OHL. IR I,
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1. FRJUBEZK) DNA &

L1 B A A B SORMARE AT AL BT & (MR 7, SR A DNA,

1.2 Bl G i E 2~8°COKFHBUK LRl BEIRAT, BER B0

2. qPCR Rk RS

21 REFERNRHEASE, HERRRNMAS, —REMERS 2 A EEAL.

RNALE= (1 AMFEEREE PCH AR IR NTC+H MREEHEXTR PCS +1 AMREREA P f NCS+N ANl D

x2

2.2 KErERABEK LR, BERNASGIEEERMEBABHIEE.
RNRAW S E= (RMFLE+2) <20 (2 MR FLED

UL 75 R E R A

R 1 RPRG R E

4oy HALA &/l
2xqPCR Reaction Buffer 15
Myco Pri/Pro Mix 4
WEBFHE (Myco IC) 1
SSUA 20

*ERBUF RN IC, WK 1 ERMEEH; HIRBUSIIA IC, WERNREHEHH DNA HRHREN IC.

3. JmEE

TR RIS R PR AT, AN R AL 20uL [ B G R & 10pl FREZERFE W5k 2 Fs

R 2 IRl

KL piikE N AL
FHYE % PC 20uL M IRATR+10uL PHE % 30uL
TR G NTC 20uL S WiV A R+10uL DNA ki 30uL
FEHUFH XS HE PCS 20uL R MR A R+10pL PCS 4EA0IR 30uL
FEEU XS IR NCS 20uL IR A TR+10uL NCS 4kt 30uL
R DUE 20pL RBEARH10uL RRIRE S afifh i) 30uL

1 (OPCS Atk i n] 8 10uL PC+90uL £ %5 1 buffer (2 1xPBS) VENFE BT I AL FE3RAS,

P == 1 L R %

e
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(DNCS 4 AT 8 F DNA BB AE AR AT B A B AR .

4. qPCREFRE
LL ABI7500 i

4.1 HEsci, #%F“Absolute Quantification”;

4.2 #MN\LWAFR, % Quantitation-Standard Curve, TagMan reagents il Standard =

4.3 EEMETORER, HEATEBEREERN FAM, BKERN None; IC BETEEEA VIC, BKEHEA None;

SN ROX;
4.4 %8 qPCR RMBEF AR S
#£3 qPCR MFETF

B BE i e TEFHRE
WA 95°C 10min 1
95°C 15s
VB 40
60°C 30s

SR IVARFRIESE 30uL, FFARIZAT .
A Sy = AR P LA AT BB SN o
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ERHT

PL ABI7500, RAFRRAS 2.4 Jyfi:
1. oHikE
1.1 #EFEB{H (Threshold=0.2) , 7Ra[ R HBNERE. W Fohife, BRIE LS E m T B xR a2k ng

o, B W EAAFAE R R I SOR IR ], A REIE TR E S AL AIE R B EE
1.2 BEEGHHE R AL . W Fahii s, RRAGRIGIRABUE AR EOE K2 AT, A mRriEin 5ot
REEMIBANIX, A& IR FEAE IR B BFEAS [ CHEIIAT 1~2 MEA.

2. ZRHE
2.1 PC. NTC. PCS. NCS &8 ¥esEingk 7.

R 4 FEEs R

JREERE FAM {55 VIC 5%

PC Ct<30, HAEYBKT Lk Ct<<30, HA BT Lk
NTC Ct=37, BREWIEY MLk Ct<<30, HAWRH MR
PCS Ct<30, HAEYBKT Lk Ct<<30, HA BT 1Lk
NCS Ct=37, BREWIEY MLk Ct<<30, HAWRH WL

E: REGRAEE, WIRES LR ENRN RIS REE.
2.2 FRIUEESOASINGE RA, SEK 8.
K5 FREER SR

FAM 155 VIC 5% SRHAE

Ct<37 BA Y Ct<30, HAYRKT s (5]

£ Ct230, BREHEY WLk BHE, A
Ct=37, BRI B Ct<30, HAEYBKT Lk FA 4

£ Ct230, BEHIRKT 1L TIEHIT, A

e HHIAMEIRRED, 78 EHIN R R AT A AR BRI R .
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L. EEFW

L ARAEAERIHER, AHTIRKIZH

2. ARG & A R R D IR A, DAORAIE S £ AU 45 2R

3. SREXBHMEXTEE PCS, WIRABI 10puL PC+90uL # & %7 [ buffer (Ei# 1xPBS) {ENFEASZEL, B
AR S = 1 L 1

4. IC JEIE D AT AR S8 5 1% (L afe 362 A WACHE A i I A4 b P

5. & o BRI T R

6. ERUE ARSIk .

I\ RFEFEH

BB TR, A T ARSI BN AR S, ST B — VR R, S A&, AAH
BEAT DT, ARG R, SEIRE I S U AR, R IR s KA .
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