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Real-Time RT-PCR for detection of Bovine Viral Diarrhea/Mucosal Disease (BVD/MD)

(50 reactions)
1. AMEFHA
%5 : HB-501

o A VLIS /I A A A A LIS A 5 A A E Ao 4 — FPAERR P R AL UKL
ERIR B, R, K ANE AR, BRI R R SR R A ATRT AR, A
R RRE fok R EIE, BRAFFEREERR . FRA S RRIBEE R D 4 AR
(01E) % 3.4.7 % BD 4 560 5 454 & =, 54160 5 340 3" AR IO R 9 3 X%, 5347
1T FAM 32 58 %, 37 3%2 TAMRA 1544,

2. R E AR

RFNEBBRY X, EARAmAELE1:
% 1: A &mm (50test/&)

AN EBAAD prps
MBR 4T 381X 5 -
DEPC 7 Iml X1 %
BVD % 5t RT-PCR A5 i% 750l X 1 &
e ] GOPLX 1 4
URESR Iml X1 4
BVD 32 5k, [ b 3 18 Iml X1 %

GE: EHAE AR # i 71209 (B A B4 DNA/RNA 3 4 AR BUR F &)
3. BMARE, AR AR

3.1 BHARE: ATRABRBEBEMLMESERAFRT,

RATAMNSAEARA (QemB e ai, B, ReZArRiE, R, 20 %) “JFJ%-@?Q/J RNA,
Xt R 5 5 B Bl R A AR IR R R R LA e, R AR S ER AR AR A R R EAE BT &
sk, figAE s AAEN B iF R,
3.2 Bk Mo R ATEAR BB HEATAM, -70 CAT T KRG, 1288 %R A AKak.
3.3 iEHr: K ukr SOQ K AR ok FH AT

4. 3% RT-PCR 4
4.1 FAE 7 ik

411 AN (EFARERET) -

4.1.1.1 BnARKE® 1.5 mL Eppendorf &, HE P n H#ktEs, MEXTRESAAETEGF/A (AR
STRE, AP RBARF &P ARt , MARIL. (E: AAEFHRESRAITRIE LS
7 PCR &M 6944k, LT RBEER)

AR JEE G X S g K 14 S AT ENER 1 5323 5329 =
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4.1.1.2 HEHN600 pL Eik, 5AmANBAKA, PR, MEFRE 200 uL, —H#H A
B H—AAk, AA200 L &5, RIBLERH R 5 s (R FmA, AR > A5
B, I ARFmERSY) , T4°C 12 000 r/min %3 15 min,

4.1.1.3 B54.1. 1.1 ARAK K& 1.5 mL Eppendorf %, #wA 500 pL FAEE (-20°CHA)
AR, B4 1.1.2 &P LFREHEZME TP, LERE E V2RI 500uL, TR
doP i, B

4.1.1.4 F4 °C. 12 000 r/min & 15 min (Eppendorf & 0 &3 & Shtkth 7w E) ,
SfEl e B, BIE TRKARLE, S TFiRAA (RRAE S AR KL B H T &) 5 MmN 600 pL
75% CBF, AR k%

4.1.1.5 F4 °C. 12 000 r/min & 10 min (Eppendorf & JFF 0 &+ & Shtkth T @ E) ,
Sl B, BIETRKALE, REBTFRA (RRAFSRAERKERRHT ET)

4116 4000 r/min %+ 10s (Eppendorf & FF 0 R:FMH Ohitsh 7@ E) , HEE L& E
ARRLBERER, ol EE, AMERERELRT, —HELABERA AR K, BER
BB AR —®, RT3 min, R TFFH, 2% RNA R

41.1.7 #=A 33 pL DEPC X, %#@7,&%"@i%RM,ZWOHMn%@Ss,%L%ﬁé
.o I RNAZRAE 2 h 4T PCR 7738 & KK AMAE-T0 "CkF N,

[EHEER ( (mFHL B2 DNA/RNA B SAERRBURFE) ), 7 RkESARBER] .

E: RIARNASUAE 2 h A#EATPCR 3% ; 2 FKPRAEMAE-70 ‘CAFER.

412 #n

4.1.2.1 30 B S (ERZRSHBLF Rt -

MR 5 £ P Bk AR &2 69 3¢ X RT-PCR R i B R&4h, & 'F& T axiL/E, 2000 r/min &5 5 s,
BT E 5 X RT-PCR &M A n, HF n At s, Mt ERMtRaF, B4 &K R
AR ZBLE R E 2:

% 2 HAEE SR B AR R BLH R

X 3 % RT-PCR A i& B R4

= 15 pL 1.0 uL

ARABE M XA S a9 M T HAF & AR A=, WA E SRR ET, ZoREHY, mEN
% XRT-PCRE &5 F15uL, #45EH ALK,
4.1.2.2 ¥ (FARERXH#LT) -

H£ &% € 8952 XRT-PCRE F 55~ AlAm N LR AF AL 32 5 54 1. 1. TP I & 0RNAE iR & 10 uL, 2%
&, 500 r/min# 30 s, (FAENBREZRBEE, TRABERITRIBEARLER)
4.1.2.3 %K RT-PCR A&l (AEAAN X B4T) :

F4.1.2.2% &5 J6 B9PCRE 2L N3¢ SERT-PCRAGMI ALY, 0 FAFE A IEAHURF o

PR AIR E

— W8, R4 42°C/30 min;

% Mg, AEM94°C/2 min;

=8, 94°C /15sec, 60°C/1 min & 40 NAIR. o 3 ANE L F Z N BRE R 60°CIE
@Hﬁﬁo

RIEHM 22 R G, HRIBIE 69l X ACtiER 2 & R,

4.2 RAR

AR JERTTR X RS I S 14 SRR AT E A ER 1 543 2 3 #0329 =
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4.2.1 LERHpMEMAGERZE FAE X RN ARBALR R B F TR u@ﬁ&Mﬁﬁﬁmﬁ
B AT W K AR S B A . 3T %88 5 8 PCR A, £ FAM (465- 510)#le I IRAR M 25 R,
ABI AL i# 5 FAM; 37 TAMRA & R A M.,

4.2.2 iEitk
a) MIMEITEE K Ct/Cp 1AF Ay 3y &,
b) MaPExtEEay Ct/CpEp T T 28, FEAMMA GG 3l &%,
c) dmA ATy iﬂﬂg%ﬁa&vj\ik% LR EIRAA TR o
4.2 3% FHZ
a) MM: £ Ct/Cpfh, EA4FiEmy g, RIS HM,
b) MaM: Ct/Cp{a<<30.0, M AAYIEHE, R THLAMEME, 28 B mFHKR.
c) Ct/Cp A AT 30.0, A M BRI IEHEROHEDEZNELR, LR HI LAL R, HAHM
P, T ) R
[z&FA)
1. EFRFEREVHPEANRK: oKX, RERAME S XK Ffotbl X,
2. ARMWmAER, TEXER, BRFE, BMNERE, [L_—LEFXTl’f/Fakﬂ'T«F] Fo

3. NERMEE, BREBLFAEAL, LNATEEREEREERETER, AL AW REE
RS

4. [aPEt I8 LR BUAT B A8 e Rk H B LA ZIR G 1~2 #),
5. RF &P &L B KRB FaR.

[s4#%&] 504/&

[ 5 A 2 #0] 328 RT-PCR #MiX 5| &-20°CH &, A XA 12 A (54 H 2 DNA/RNA 3
SARRIGXF &) TERAL.

AR JERTTR X RS I S 14 SRR AT E A ER 1 543 2 3 #0329 =
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