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— BAIEFE

AR IR T B BVDV AT & OWE RT-qPCR-ZOGIRENE) RHET FOLIRENEN qPCR FiA,
FAFAG I A9 35 M V5% 7 (BovineViralDiarrheaVirus, BVDV). 5t 7% Z A BVDV #8375 Je i1 £ 41 &
CHNZH B e S R 2 -6 2 LTS5 HEAT PRodhsr U o A0 @ ie e o, R v, S IR B T3 10copies/
KB, 5 TRE4HM (CHO. 293T. MDCK. VERO. NSO. Sf), THEH CKGATRH. AR R4 5.
RERHFETLARZ BT WFEAETNES IC, BEWSHIRFIREAT T4 1 S B BAAEM ], DLRIEE
BSR4 ATFERE AR BN I N 2 1C, AT R BUBCR 7 BA I,

AT G WS AR A F] 1R B BR R R AL R S (BRI W R A LA

ARAFE KM T dUTP/UDG s R%:, REWPT ILBAPESS RO BL, A IR T 45 RAHER 1

= R AR
1. FEIC2055°CHAE R, AR 12 .
2. WU AR SR AT, THHUR B -2045°CH 7

3. adtts, A HIAME R R

=, WRIEHE KA

HCD0309-050
oy 2 FR (50T) RAF
2xRT-qPCR Reaction Buffer 800uL -20+5°C
BVDV Pri/Pro Mix 200uL -20+£5°C, Y
WEBFR#%E (BVDV IC) 100uL -20+5°C
FHYEF#E (BVDV PC) 100uL -20+5°C
DNA #ikai 1.5mLx2 -20+£5°C

M. EHENE (BFERRT)

ABI 7500 Real-Time PCR System

SLAN-96P/S 4=HZIEH PCR it R4

fi. MRBEFEM

— XM ARFE. 1.5ml TR 08 qPCR £ JC B s ) \BCHEE EE 96 LR« 1000uL 100pL.
10uL B A TG BRI B iy B AE Sk . 980 & PCRAX. FEAELOHL. IR A1
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1. FFIEEZAS DNA V%
1.1 @S A 5798 T AL IR I AR S (R ERE) >, FREUFEA DNA.
1.2 B & E 2~8°Coksaakuk Fahtl, JRIEIRS, BRI S0,
2. qPCR Rk RS

21 REFERNRHEASE, HERRRNMAS, —REMERS 2 A EEAL.

SN AL (1 ANBHMEFE PC+1 AN TOAEAR S B NTC+1 AN HEEEH P46 B PCS +1 AN HEEUH 14 %6 HE NCS+N Ml
FEdD) %2
2.2 BPrBRAFIREK LR, BERMASGIETRERMBARNEBE.

RNRAW S E= (RMFLE+2) <20 (2 MR FLED
F LR 5 R E RNV IR B
F1 MNIRERLE

4oy HALA &/l
2xRT-qPCR Reaction Buffer 15
BVDV Pri/Pro Mix 4
WERFE (BVDV IC) 1
SSUNA 20

*ERBUFRIDA IC, WHER 1 MERMIREH: FRIUTIIA IC, WERRMESEHH DNA HRHEEN IC.
3. e
FRO RIS RSB AT, AR RS AL 20l [ SR AR & 10pL FEIIZERFE fh, W3R 2 Fios.
R 2 ke

SREAL InEE7R 1 IVEIRE A
FHYE % PC 20uL M IRATR+10uL PHE % 30uL
TCBAR G NTC 20uL S WV AR+10uL DNA ki 30uL
FEHUFH XS HE PCS 20uL R MR A R+10pL PCS 4EA0IR 30uL
FEEU XS IR NCS 20uL 2 NIRATR+10uL NCS 4hi4b ik 30uL
R DUE 20pL RBEARH10uL RRIEE S afifh i) 30uL
H: (OPCS 4kl 10uL PCHOOuL ¥ 4% [ buffer (3# 1xPBS) VENFE AT AT LIRS, SR
0 S 2 A DL T
@) wrammnmmomman e romicae B saesesemonechinacon
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(2NCS Atk i m] fdi ] DNA FiBRAE N FE AT AT AL BESRAS
£ 3 96 fLHURI

A NCS | NCS

B S1 S1

C S2 S2

D S3 S3 PCS | PCS

E S4 S4

F S5 S5

G NTC | NTC

H

1 2 3 4 5 6 7 8 9 10 1 12

4. PCREFHKE
L ABI7500 A
4.1 HEsck, %E<Absolute Quantification”;
4.2 #MNELWAFR, %3 Quantitation-Standard Curve, TagMan reagents 1 Standard &=
4.3 EEMETNER, FREHRERBEEIOLERAN FAM, BXKERAN None: ICEERNERN VIC, KKE
H4 None; ZLEFOEH ROX;
4.4 % E qPCR RNEFAFHE:

£ 4 RT-qPCR I MTEF

Bt BE i ] TEIFRE
JLEZS 3 50°C 10min 1
Pk 94°C 3min 1
92°C 15s
BH1 45°C 30s 5
72°C 1min
92°C 10s
183 2 40
56°C 1min

SRIVARFRIESRE 30uL, FFARIZAT .
B S % AT AR P P LAY AT 80 B SR MR T
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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 S5 ESRSH

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.
K6 FHNFER 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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