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Method of the real-time RT-PCR for the detection of Canine distemper (CDV) and Astrovirus

(50 reactions)
1. AMEFHA
5 : HB-406

FIARAKBRERGREARBIRE, BItmEFR, REREE, XHARSRXBRFE. %K
FAHKRTIRA BRI . RO Bk, ik, Ry, fik. AR, B, ke, .
B S iRA ALK, RiRT, AN RE. SAHBORBRBE, HTEMEE, Hlhe,
Kby KR Hom =T A5 425, KB, IR KB R, X ed KR R TT L% 260 SR HAAT
%Fﬁiﬁ% AIRXF & K69 5| 4384169 57 sade 3 sm 0 HIARIC AR 693 A&, 4= 57 354RIT FAM % &
%, 3'3%2 BHQ1 #44h,

ERABEAT ARG D hdn = AMIBER, QLI Rilahdtd L. Al RERE LR
PANERBF. MERRE, HERRBF, BFEZRAFUALRBERREF: SLERBFLEKX
BERABE. BEERF. RAFETEMNEKEZZKXKBHE Mink astrovirus ) KB 2 KEF
1 & (Mink astrovirus 1), #4189 5 sufe 3 0 HIARIC AR A9 AL, 4= 5 35471 CY5 A&,
37 3% BHO2 44

2. R E AR

RF) & AR ELIEMBR Y ¥R . EAREm ALK 1:
% 1: AH&mm (50test/&)

R 9o AR
AR A 3K -
DEPC & Tml X1 %
CDV& 2 4% %2 £ RT-PCR KR i 750LL X1 &
B A4 60pL X1 &
] 1 2T B8, ml X1 %
R A A A A2 Tml X1 %

(G2: EFAE RRBAZERR P etk 5209 (2 B4 DNA/RNA 3 S AL AR BUXF| &)
3. HARE, ARAER

3.1 HARE: MTABMEEMLNESERA BT,
BT %A AR (defLi, RS, BERTF/ HAERT. oFael, 4825 Hg%) PR
8 R B A 2R % A 69 RNA,
3.2 Bk K Sh RO B R BAZER BHATAM], —70 ‘CAT T KA A, 1258 o R 2% &k,
3.3 iTHr: KRk SGQK A ek EHHATIE
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4.1 BYHEF &

411 B ReGE (EHEAFER#ELT) -

4.1.1.1 BnAKHE 1.5 mL Eppendorf &, HP n AL, MR E AR (FarE
SRR, AR ARFEF CARE) |, Mﬁﬂo

4.1.1.2 BE MmN 600 pL H ik, \%wAﬁﬁﬁﬁ\mﬁﬁ%\Mﬁﬁﬁgmom,f@#$
PR —AEk, BAmA200ul 247, RIS LRBH R E5s (L ToRA, Ak =AU E,
LI VAR FEEIR ) , T4°C 12 000 r/min &5 15 mino

4.1.1.3 m54.1.1.1 R %= XH&¥8 1.5 mL Eppendorf &, A A 500 uL ##EE (-20°CH#i4) ,
MARIT. A4 1.1.2 & PR LFRES EMp e, LFRE ZE VAR 500uL, i8R
dP A&, BAENR S

4.1.1.4 T4 °C. 12 000 r/min & 15 min (Eppendorf & O fR#F#H H St T HmxE) , >
@beﬁ@E%ﬂ%%iﬂ#ﬁ%ﬂ%ﬁﬁmﬁ&ﬁ%%%@%ﬁé%)%Awmmﬁy
CBE, AfEskik

4.1.1.5 T4 °C. 12 000 r/min & 10 min (Eppendorf & FF 0 R FH St T HxE) , >
SE LB, BETRAKRALE, REBFRA (REAFSALBRKERE T EF) .

4116 4 000 r/min %+ 10s (Eppendorf & O AEH B St e E) , HE 8 Lk
BARRBERAR, Bl R EF, AMERFESELRT, —HEABA AR K, BETRE
B R iE—®, £EFE3 min, REEiTTFFHE, L% RNA RIE.

41.1.7 mA%ume%,ﬁﬁ%ﬁ,@Wﬁ%L%mA20mrmm%wss K Btk B %
o 4RILAIRNAZAAE 2 h EEiT PCR 73 £ & KK AMAE-T0 CkAA N
[HHEER  (HELEZDNA/RNA B OHEARBEFE) ), ZHRERESARBRER] .

E: RIBERNARAE 2 h A3t4T PCR ¥ 3 ; X FEKIKAMAKE-T0 'CARHA .

412 A

4.1. 2.1 ¥ EFAEE (ERERSHEF XEF)

MR T & P B A8 2 69 52 % RT-PCR R % . Bgibdh, B EEBTaiLE, 2000 r/min &35 5 s,

EPTE 32 A RT-PCRAZM B4 A n, H & n AWK S, BEITRE AR F, A SR K R
RARZBH L& 2:
% 2 FAHE SR R AR R LR R
A RT-PCR F_& i By kA
n= 20 uL 1.0 pL

AAEN XA SR HIFERAFGERAE, WARELSERRRETY, ZoREHY, 9FA
% XRT-PCRE F & 320uL, #A EHARTK,
4.1.2.2 b (BARFERI#T) .
FE &L 89 5 XRT-PCRE P 4 Al A N Bk A AR 32 45 384, 1.1. 7P 5] & 69RNAE i B85 pL, &%
& Z, 500 r/min% &30 s,
4.1.2.3 3£ RT-PCR 42 (AN X #4T) :
F4.1.2. 2% 303 )5 69PCRE XA 52 ART-PCRAR AL A, 38 KA R AR A o
VEE S St &
F—MB, R¥FE 42°C/30 min;
H_ME, MEM94°C/3 min;
% =8, 94°C /15sec, 60°C/30 sec 2 40 NEIR. o 3 ANE L F N BEREIFRE 60°CiE
@ﬁgﬁo
KA 4 RG, ARIBACE 6952 A i) K ACHEAR = £ R,
Oy bk LGOI X PRSI KIS 14 5 B RS AL E PR 1S4k 3 )2 329 =
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4.2 HRXAR

4.2 1 M EANZRRE LR : ARBALE R EF T RE, AR{EAZRRIFAE T M %
SRR R RS AN . ﬁ%%&kxﬁﬂRﬂ,iiMWﬁW‘N%X%W&% Am&
REES5 FAM; 37 MGB R A FH R AR AARICERER ; 2 CY5 M| id i i AR £ F o, 3 3%
HBELEAIRICERLAR,

4.2.2 HiEicA

a) MMITRE L Ct/Cp {7 LAY 3EH &,
b) FatEstPgay Ct/Co AR T T 28, H i MILA GG 3%k &,
c) JmlAPEFe a3t R8N iE R A L ok SEIAL A A

4.2.38RA%

a) M. £ Ct/Cpfh, AALAFIEHYIEhE, RAFESRAMAR
b) MaME: Ct/Cp{A<<30.0, H M BAIAeHE, R THESAMRME, 5H KE#RBERZ KRB
FAEER
c) Ct/Cpia kT 30.0, A EAAAGYIERERWFRENLRL, SR/ LR R, HAHMm
P, TN A R
[z&F7])
1. FREREVHEAR: BFRARX., R RAEH X fn X,
2. ERYRER, TRIUER, BRF R, 2L RE, BIPpx T/EEETHE.
3. DERREZN, RREBLFAETL, ENANEEREEREERATER, AL ARE
R TN
4. ra iﬁﬂé’ﬁ‘ﬂf{w&Efniéiﬁ‘»ai%%{%%%i&'l,@%% 1~2 #7,
5. XA &P &My MR B FER.

(241 50 /&

[ =385 A s 20) 5 % RT-PCR A M) 7| &-20°C1E 4, H2HA 12 NA: (%A A H 4 DNA/RNA 5
SAERRIGXFE) TRAL.
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