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Real-Time RT-PCR for detection of Akabane virus (AKAV)

(50 reactions)
1. XAERA
%5 : HB-524
7% 3 5% (akabane disease, X &I 5E5%) & W 7~ 7% 75 & (akabane disease virus) 3|42 854,
BFFo Ly F)— R LA LR, ZmARS . 5. . B ARE, RIARERBXTE
WA PR EIE. AR RBAFRRARmE, BARRBRENRERERE, HERNARE, HE
L&%Q$b“A%ﬁ%$A%%%#fﬁkﬁﬁSWBWFmM«fﬂ%é?ﬁﬁ%ﬁFmRﬁW

Trik) HEG I MIRA A E, RAE 5 A 3R AIAR LR MR A E, 5 AR FAM L&, 3
3% 2 TAMRA 154 o

2. AFELR

RN EBRY XA . R RALE 1:
% 1: AF&mm (50test/ &)

RF & E R RS AR
AR A 3 X -
DEPC & Tml X1 %
AKAV 32 3£, RT-PCR KR % 750 X 1 %
B A 60pL X1 &
REZ e Tml X1 %
AKAV 3¢ ¥, e P 3 B8, Tml X1 &

(GE: EHEAE AR P et 71209 (JmF E 4 DNA/RNA B SAR A BEGRF| &) R 249
oy K B MR B BGXF])

3. MARR, BAREH

3.1 HAKRE: MTARMERSMLMESERB BT

BT A AR (edeg ik RALEE) F %549 RNA,
3.2 Bk B Sh R At B R BAZER BEATA M), —70 "CVAT 7T KR, A28 38 % R & ak,
3.3 &y R Mk R KK E N HAITIE R,

4. 3% % RT-PCR %W
4.1 M7k

4.1 1 R (EHFARERXEAT) -

4.1.1.1 Bn/ ~RKHE 1.5mL Eppendorf &, P n HHEHES, MHEXESHEXEGF (B
TR, MMM ARFET CARE) , Birit. ((F: AR EPHAETRBKRITRI B HLES
7 PCR &M 69484k, LFRBER)

AwEdE: JER G X B EAS g K 14 S AT ENER 1 5323 Hr329 =
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4.1.1.2 H8mN 600 uL Zitik, 2 A AR, AEATR, Mg 200 b, —wH A
¥R —ARk, BAAN200 pl &7, RAOAZBERFH RO S5 s (ReETIRA, AL > £
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) ,
S LB, BEFRAKALE, RESTFRAR (REASRMAEBRKERRHT ETF)

4.1.1.6 4 000 r/min %+ 10s (Eppendorf & F O RZF 3B St @R E) , ¥EH#E Lok se
ARRLBERER, ol EE, AMERERELRT, —HELABERA AR K, BER
BB AR —®, RT3 min, R TFFH, 2% RNA R

4.1.1.7 /A 33 pL DEPC K, %i@ﬁ,&%”@i%RM,ZWOHMn%@Ss,%i%ﬁé
.o I RNAZRAE 2 h 4T PCR 7738 & KK AMAE-T0 "CkF N,

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

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

4.1.2 %M

4.1.2.1 30 B S (ERZRSHBLF Rt -
MR F & P B A8 B 69 3¢ 2 RT-PCR R iR . BE A4, AEETakibs, 2000 r/min &3 5 s,

EPTE XA RT-PCRAEM LK A n, HF n ABAEFES, MESTR LSBT RBIF, &/ SB0R R

AR R BRI LK 2:

% 2 HAEE SR B AR R BLH R
X FH 3¢ % RT-PCR R i& By iR
AZ 15 uL 1.0 pL

ARAE M XA o0 09 22+ HAF & XM A2, mARELERBKEF, RHORSHI, mEN
% XRT-PCRE &5 F15uL, #45EH ALK,
4.1.2.2 7otfF (BFALERXBT) -

T2 &35 % 8952 LRT-PCR W 5 Al ho N Lk Af A AL 22 5 4. 1. 1. 7P % & 09RNAIZ i &-10 uL, 2%
E&, 500 r/min#.s30 s, (FAMMBREERBEER, TRAABERITR)BARGHR)
4.1.2.3 %K RT-PCR 42l (AN X #4T) -

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

PR AIR E

F—M &, R3FE 42°C/30 min;

B E, FAEME94°C/2 min;

=B, 94°C /15sec, 60°C/1min & 40 NAEIR. o 3¢ XALE A 5 =N B AR E IR0 60°C1EAD
Hﬁro

IR 22 R G, ARIFEAIE AR AW X ACtEF 2 4 R,
4.2 BRAR

AR JE BT X RS I IS 14 SRR AT E A ER 1 5453 2 3 #0329 =
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4.2.1 X9 HE4WRE @ﬁ?iﬁm-ﬁ%&a%PM&kﬁﬁ%,um&&wﬁikm
3B AT W KR S B A M, 3T £ 818 % K PCR A, 12 FAM (465-510) 4] 38 18 3 A 48 £
ABI AL i# 5 FAM; 37 TAMRA & R A M.,

4.2.2 REATE

a) MMEATEEE Ct/Cp 1AHF By 3 ih &,
b) Mt ay Ct/Cp AR T F 30, FEAMMA GG 3 i &%,
c) dm AP AR PR T RE AN A L &4 SR SE AL R

4.2.3%4FHA%

a) MM: £ Ct/Cpfh, HAAFIEM e &, £UHESLAH M,

b) PatE: Ct/Cp4i<<35.0, HLEABANYHEHE, ATHAMEE, 28 KA mnEHLR.
c) Ct/CpfE kT 35.0, ALEAMIAGYIEREWFELENLR, R EI LR R, HHMN
D Byl B o 3

[z&FA])

1. FRENEVHEAR: BRAEK., R RS WEH XA X,

2. SRMBmHAER, REXER, BRLFTE. BNERE, 8BTS #ITFHE,

3. SRR, BRFBEF AR, ENNEERELERALERTEE, ALRADREE
‘/‘;j_ 7K4)L Zx

4.m&ﬁ%&ﬁmﬁ&&ﬁ%%%%%%i@ﬁﬁ%1~2ﬁc

5. RF &P &L B KRB FaR.

[s4#%&] 504/&

[ 5 A 2 H0] % & RT-PCR AWK 7| &-20°CHh b, A HA 12404,

3| M 3RAT B 715 B R B F SN/T3991-2014 {73 % & 55 B+ 38 £ RT-PCR 4 77 i&) -
AKAV-1: CCCCTGGTGCTGAGATGTTT

AKAV-2: CTTCCTCATGAAGTTGACATCCAT

AKAV-P: 56-FAM-ACCCACTGGTTATCGACATGCACCG-3' TAMRA

AR JE BT X RS I IS 14 SRR AT E A ER 1 5453 2 3 #0329 =
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