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A% S DA Bp i R A Bedd R EAA B K4S Nk A A Applied Biosystems 7500
Real-Time PCR System &4 SYBR green 7 7k 47 K&/ A% B 6918 8] » 480
BBy FH@n Aig  RERESR I NEEF  RARTEEBERFARMFEMR
SRR RN R FAEEFR N REE I T EIURFRESEEER
FERAMTAA B KRS w2 RIEMGRA 20 T RAF 2 3 pg L% BLR > 8 — A PCR
BUR 4 10~100 1% > HE I RBEAERBZ LM G TEABBAZ RS &

o EmBERANEEBREEZIAR

FiE5T - BT SEERIE © KB RE - # e - [E& ) WE

&

KEBNFSESRPEE (waterfowl parvovirus
infection) RA—SEERMEIBBLMRR @ S
R ERIRITIMZ X - EF D ERED D R4 A ERNASE
FRIRREIEK[3] - ARE TR 1956 F/4E
EPEIRVESE - 1981 &EHH Fang #1 Wang &%([2]
LB Zheng ERIBAIS/NRKS  (goose
parvovirus, GPV)R&%(3] - £ 1960 FEREVIITE
FZERTERBLER BSICRZER ' 5E
1971 ZEAH Schettler EE%/)\VwE (parvovirus)
RBRE - 1978 FHEERAEAIBIKRS(3] - £6
- BHIES/ VRS RARERAI 1983 FHRIMS[1];
LESh - 52 1989 FHIFHI/RDBEEELIES )RS
REZ R —BRS  BRAESH/NIHRS (Muscovy
duck parvovirus; MDPV) » MDPV ZEB X1 ~ R4
REIIFHEREIE - GPV $iEREEEIBESRH
R TERARBR - BREERIFCRES(3];
MDPV #ESEN ERRIE - AFBIRRARE MDPV

PEREZN  EREHARBINRAEEEIRKRE
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KEBNARSHDREDT A AN EB BRI EE
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Bl FERIBEENEAS | MARLIERISZETIF
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precipitation test) BcpADEER[4,10] - BEELSH
EREAGEMET - BEAERIREINFZET B -
1980 FRAFENENRRIBRS —ZETHE -
MBS 5ERE (polymerase chain reaction, PCR)
DARENRSE BRI ERR AR RIVEE
ETB80(6] - EFEE—H1G PCR KM EA L EY)E
KXWBRBEESE B BRANEESHERE
(reartime PCR) » E8&ERIVGZETERIREEER
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MRIERSE

s 1 2002 FIRIBEDRERZ GPV B 1990 FR
IEESDRELZ MDPV YEARERYT real-time PCR ZEz1%
RRBLET08 - INEEERIR K /)R SR IR A 288 GPV
Bl 3 4EI8S MDPV Jmfl 33 14 - £ 36 4 -

R 2 BE « A QlAamp DNA Mini Kit E1THR
SRBECER - HE2RERZIRIETFM - L@ st
7% DNA 18182 &R (template) A - LIEHE GPV £
MDPV %214 25|F A PCR 2 BIi%E GPV &
MDPV Z DNA KEg - KINVDRIRK 492 B 362
bp - DA 2% 18] (agarose gel) EITEX ~ IR~ @
LB EHEZE pCR®2.1-TOPO® vector (Invitrogen,
California, USA) ;2 cloning site - 14 EE#H 2 B8R
BEXBREHK P (Escherichia col, TOP10,
Invitrogen, California, USA) @ ilif} 37 CIZERS
Ampicilin (100 pg/mL)~ 0.5 mM IPTG E2 X-gal
(80 mg/mL) 2 Luria Broth (LB) Z&XDh 18
NS - ERNESERCaeEE WU LB T 37CR

1B PSR IBIEIZE « L Mini prep kit( Qiagen, Valencia,

CA,USA) BBEPHU(LEERS - EITRI D AR ERS
NBRZ RS -

B RSEEMRIE : IIBPERETEYS| F BB IRKR
BEREERES KBRS BB SHHE
& & (real-time PCR, Applied Biosystems 7500
Real-Time PCR System, ABI PRISM® , Foster City,
USAYEHE : 50C 2 D& 95C 10 & - BB
1T 40 [@BfIR=2 95°C 15#60°C 1 & Fl
F3 SYBR Green B# )T realtime PCR @ RIER
& SYBR green PCR master mix (250 units
AmpliTag Gold DNA Polymerase, 100 units
AmpEase UNG, dNTP mix with dUTP, SYBR green
PCR buffer, 25 mM MgClz solution) 25 uL ~ 5|F
RRRERS 300 nM » &R (template, B GPV
N MDPV 8 ) 1 ul - REIN - RFEBKEREERE
50 pL - DA SYBR Green R&EX 25 EPRIEFET
dissociation curve 21 » % real-time PCR &R &3¢

171 20 DIEHRSEEH 60 CHEZE 95T » E
REMZ TmE - RIBHBREIM 10 L ZPCRE
YL 2% IBBEITE X DB - #E ethidium bromide %
BER UV BTHREMREX/ - DIHERER -

KBRS HERREMRZIBIL  iSPMSESEA
GPV = MDPV #8888 2 AIZFE I Mini prep
kit ( Qiagen, Valencia, CA, USA ) EHEIDPili{L B3B8 -
BIEEE - #TH 10°FE 10-° 10 ZEBHIE 15
A realtime PCR &R - DAL GPV 3k MDPV #
B 2 R ERAR ©

KR

ENRFREEENR I  IKIBATERET 2 S| FBERRERS
RHEERBESER GPV 2 MDPV Z realtime PCR
1844 - BIhIgIE Y PCR EM RERA/NDBIfA 492
bp £2 362 bp -’ #§ PCR BRIEENMNIEBE XD
i1 - thB78HAZ DNA B8 » IBRWE 1 -8B 2 - L
SYBR Green /&L APEIFEST dissociation
curve 123 - EREFE GPV 3 MDPV RELEWER
@2 Tm{E  DBlA 81.9CH 85.3C - EME—
STEFRHERE IR o S EIBHAR real-time PCR
RIE 40 BRRIT EXRESRBE LA WE 1-
PARRARKE/ VRS BRIEmH1 2 GPV B MDPV #2841
TR BEXERMET - TS PCRIBIREAR 12 ~
35 o #igfl 36 iR RG - EERIGREBRY -

BB EEENR B BURE SPTISEZ S EA GPV
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BeMERER - 19018 —RERIR - 118 GPV H
MDPV #%B Z #R MBI RENIR BRI R D B A
0.999E2 0.997 - BB 3 BB 4 -
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Real-time PCR A—#E#:1Mi - BERZBEAR
DFEYRY - R|ETRBZIEHT » reaktime PCR
BERRE BISIR PCR S - AP FRIIZ GPV =
MDPV ¥, realtime PCR BURE&03EE pg 2
RHE DNA'BR—M PCR AR BRBESH 10~100
fZ[6] - EEPEM Appled Biosystems 7500
Real-Time PCR System #1T real-time PCR : O & %
JE# PCR & FV/ERBIBBE XD - RAMBTLL
ENEHFHER0EE - O FERBBIF DNA 5%
MEERAITEE - BREREARRENSE 2
NG - HREMETIPTERANGRE - 20 Roche
LightCycler %28 * 1T 40 BIEREFEARE 1 EF
ZEEE - EERERERAREM BEREGHR#E
i -

EBIRER L - BRBHR GPV B MDPV LtER
ERSIIEEeRZYN - BRMERIEDREX - &
ALt real-time PCR ZiliKIERGZ Tm & © IiER
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B TE R 2R SR - Rt AN G2 T e i o) BRRIE FRIRER PR
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Delta Rn vs Cycle
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Detection of Waterfowl Parvovirus with Real-time Polymerase Chain

Reaction

Chen YP *, Lee MS, Lee SH

Animal Health Research Institute, Council of Agriculture, Executive Yuan

Abstract  The purpose of the study was to develop the assay of detection of warerfowl
parvovirus with real-time polymerase chain reaction by proceeding with the Applied Biosystems
7500 Real-Time PCR System coupled with SYBR green. Waterfowl parvovirus was subdivided into
goose parvovirus and Muscovy duck parvovirus. According to the conserved region of GPV and
MDPV respectively, the specific primers were designed for real-time PCR. The constructed
real-time PCR assay has a detection limit of 3 pg. The sensitivity was 100-fold higher than common
PCR. The developed linear relationship between concentration of nucleic acid and cycle numbers of
reaction was could be the base of the standard curve of nucleic acid, and further, it could be applied

for quantifying the nucleic acid.

Keywords: Real-time polymerase chain reaction, Waterfowl parvovirus, Goose
parvovirus, Muscovy duck parvovirus
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