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

(50 reactions)

1. XAERA

%% : HB-405

FlAKEE KB MO RBARBRAKE, BatREr, RERELE, HESREBRAFH. ZR
OB TIEA BRI« BBHER., ik, IRptdh, ik, AR, Ia, A4, i,
RS EIRARMK, ik, HTERMNBmE, SO RBERRE, HTEIHELE, Pl
ey KB Hom =T A5 &%, KB, I RXEBK; RZ, XEheh KB R AT L4E J 40 R et
%ﬂﬁ% AR F & R0 5| A4 04 57 5542 3 5 AIAR IR AR A9 A&, 4o 57 354ARIT FAM 32 5%
%, 3'3%% BHQ1 #5-14h.

2. RAFEHER

‘15\3{' ﬁk&bé@*flﬁx’b’ia X F o ‘a‘%éﬂﬁ&.f‘ /%& 1:
% 1: AF&wik (50test/ &)

R E R AR AR AR
R 38X T :
DEPC & Tml X1 %
CDV 3 & RT-PCR Bk i 750l X 1 &
Wi o4 COLLX 1 &
UESSE Iml X1 %
5 a3t RE Iml X1 &

(G2: EFAE RRBAZER P Btk 209 (2 B 4 DNA/RNA 3 S AL AR BURF| &)
3. BMARE, AR AR

31 BARE: ITRABRESMLMESERATET,
BATFAEM S AR (LR, BE., BERF/ARKT. fFiak, 220508 8F) PR
9B 5 2 69 RNA,
3.2 Bk Kb B ERBUZBR BHATAR M, 70 CAT T RIR A, 128 % R 2 & ak.
3.3 E&Hr: KR kE RO KK FEHBITER

4. 3% % RT-PCR #4-M]
4.1 FAE 7 ik

4L1#$%%ﬂ(ﬁﬁ$ﬁ%@ﬁﬁ):
4.1.1.1 BnARKE® 1.5 mL Eppendorf &, HE P n H#kitEs, MEXTRESAETEGF/R (AR
SHBEE . AT BB ARG & AR ) ﬁﬂTﬁ
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4.1.1.2 H8mN 600 uL E gk, 2A AR, AHEATR, Mk 200 b, —wH A
BB —AAK, BmA200uL @45, RABLEHRDH R 5s (R TRA, U= E£IUNLE,
BT VARFHEIRI) , T4C 12 000 r/min 3. 15 mino

4.1.1.3 m54.1.1.1 AR KX E KA 1.5 mL Eppendorf &, A 500 uL #AE (-20°C#A) ,
BRI, R4 11285 P EFREHZMEGE T, LFEREE VR 500uL, AR
b AR, BB

4.1.1.4 F4 °C. 12 000 r/min & 15 min (Eppendorf & 0 X+ & Shttth 7w E) ,
)& BF, B E FTRORK L, 3B FiRAR OR B A S AR KR # 77 ik F) 3 w600 ul 75%
LB, Ak

4.1.1.5 F4 °C. 12 000 r/min & 10 min (Eppendorf & JF 0 &+ & Shttth 7w E) ,
SE L B, BIETFRAKRALE, RESBTFRA (RRAFSALBRKERE T ETF) .

4116 4000 r/min %+ 10s (Eppendorf & FF 0 R4FMH Uit sh T @R E) , HEE LHEEL
AR BE R, OBl EE, AMERERELRT, —HERERN AR K, RERE
B AR — &, FETKE3 min, R TFME, A% RNA RiE.

4117 /A 33 uL DEPC K, ##R&, #MEE L& RNA, 2 000 r/min %55 s, R ERAS
F. 4RI RNAZAAE 2 h 4T PCR 7738 %% KK AMAE-T0 CkFa N,

(5 A ( (mFAE 2 DNA/RNA &S HERRIGRF &) ), 271 kESaRBER] .

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

412 ¥

4.1.2.1 30 B S (ERZRSHBLF Rt -

MK ) & B A8 5 69 32 8 RT-PCR R iR\ BERA&4r, £ FIRTaLE, 2000 r/min .5 5,

BATH A RT-PORARMEHK A n, Ko n ABAA G, XSRS ARG A, A Sl R

AR ZBLE R E 2:

% 2 HAKE SR B R AR A B R R

X RT-PCR 5K i B Rt
Bl 15 pL 1.0 pL

ARIEM XA SR 0 KT HAF S AN LA Z, AR E SRR ET T, ZOREGHI, A&
% XRT-PCRE &0 #15uL, #45EHARLERX,
4.1.2.2 /ot (FARHERXB#AT) -

T2 &35 % 8952 LRT-PCRE ¥ 5 Al ho N Lk Af A4 22 5 4. 1. 1. 7P %] & 09RNAIZ i &-10 uL, 2%
FZ, 500 r/min® 530 s,
4.1.2.3 %K RT-PCR 42 (AN X #4T) -

F4.1.2. 2% 3503 )5 69PCRE 7N\ 32 ART-PCRAR M AL A, 32 F A R EEAIA A o

PR AIR E

F—M8, R#F 42°C/30 min;

Ui, LM 94°C/3 min;

% =8, 94°C /15sec, 60°C/30 sec 3t 40 NEIR. o 3¢ XAE A F Z W B H KGR 60°CHE

ﬁWTJ\ﬁo

RIS 48 R G, MBI IE 6938 % oy K ACt{AH] 2 4 K,

4.2 HRAR
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4,21 R HMEMAWHZRE  RELZ RN : RBAERFH LT HE u@ﬁ&wﬁﬁﬁmﬁ
SRSy EH AR SN E. T SBERAE PCR AL, £ FAM(465- 510)#/‘@'] 1 PO ) 25
S, MBI BLZE#E5 FAM; 37 MGB AR R t#F A ARitERLR,
4.2.2 REFE

a) PAMEXTEE T Ct/Cp 1EF Ay 38 dh &,

b) Atk ey Ct/Cp {A & T F 28, JFi MAA GG 4 38 oy &
c) 4o A PEF=TE iﬂ“gﬂ”\/f%&ui;‘% HOR R B A
4.2.3%4FHA%

a) MAM: R Ct/Cpfh, AAKBFIEHIIEHE, AWHESAMME,

b) MaME: Ct/Cp{A<<30.0, HHim#AIYIEHE, AT AMKE, 58 KRERRELR,
c) Ct/CpfE kT 30.0, A EMIMAGY IR KWL ENLR, 8RB LR R, HHM
P, T ) R

[z&FR]

1. FBRENEVHEAR: HLAER, RN RASMEF XAl X,

2. BERMeHAER, REIXER, BLFTE. RMNERE, QAWﬁlﬁnkﬁm%o

PERBRI, BREBERTAERM, EWAEIEREERNEREER, DA AHRAEE
RN,

4. [aPEt I8 LR BUAT B A8 e Rk H B LA ZIR G 1~2 #),
5. RF &P KAy MR R A K ER,

[s4#%&] 504/&

[ 5 A 0] % % RT-PCR 42 MiX 7| &£-20'CHh A, H2IMA 12 /4A; (5BF A RE% DNA/RNA &
SARMRIBGXFE) TRAS.
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