()i im° tsmanmziamss halcyon
PR AR IR 52 9% & (IPNV) 32 % RT-PCR #& 33X 5 & 3690

1. AFERHA
5 : HB-704-1

1% F M R R R 9% (infectious pancreatic necrosis in trout, IPN) Z#4}& Xay—Fr5 K
gty B R AR R %A T 1940 FERKATmERGEEA S, LEERTHELRET ZHMH.
ERIRIEABRAEITR A 1957 F Wolf 5 AR F h 89 5 — A & Kgm B8 R AL AN R B AT L 7%
#(IPNV) . B ATiZm /R Lk A B, A F, ACRERETZROBERA: £H, WmE K,
BAAL BA, #HE. W@, HAEZ. EAAMEEL, @3 ek, FPEFERAH-EK, IPN
MEIELAERE NS, RTEDE 90%A L, 15 P BRI IR L B A A K 7 RNA & &4
(Birnaviridae) 897K £ 3L RNA J& 3 & (Aquabirnavirus) 8995 2.

AT E AR E (IPNV) R fe iR AR EZ, ANNELREBRRZR
A, BEFREXTARNE. BRAAKFEHATHN LA R, R, 7. AH. L%
NS PRPE CE=EIR IR P A

2. AFELR

KA SR LI BR Y 3SR EAREm AL 1:
Z1: KAl&mmk (50test/&)

K& R RS PRAR
MBRARBGRF . MR AR IR 15ml X 2 &
AMBR Y 38K 7. DEPC K Tml X1 %

IPNV 3 3 RT-PCR B i 750LL X1 %
B o4 60LL X 1 &
A P 5T B8 Tml X1 %
IPNV 32 5t e P 2 28, Tml X1 %

Gz : BRARIGKF T4k A A 5] 4 7 a9 R BB R B 7 1269 (% & RNA 42 XAR AU A &)
3. MARLR, ARAEH

31 HAKRE: TRARESMLMESERAFIET,

RAMEE S R PAEE OF. Iu. . B) 2g T4, RAFBTFa9F4R T 2558, /= 5ml PBS
4, 2 000r/min &S 10min R EFHALAHSCEFER. RBA THMERTOmPRERRDT
il o
3.2 B BB AL 2 C—8 CHRMHTHRARLAIAL 24 h; -70 'CUAT T KRG, 1258
BB A A (RZEEI K)o
3.3 &y R Ak R KK E N HATIER,

4. 3% % RT-PCR %W
4.1 M7k
N FEIHbHE: GRS X R VA (S G i 14 B R AW A ERE 1 B4 3 2 329 =
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411 FEARMAE (EFAR LR -

4.1.1.1 BnAKHE 1.5mL Eppendorf &, H P n A#AAHFL, MR E AR F (Fark
SRR, P BB ARF &P ARG Mﬁmom”ﬁﬁé¢%m&ﬁﬁﬁ&ﬁﬁPm#M%
#IR, RERBHER, mﬁ%&ﬁ&w

4.1.1.2 HEmN 600 uL EiEik, »HmANBAEEA, AR, s EES 200 ub, —HH A
PR —AEk, BmA200ul 247, RIS LRBH R E5s (L ToRA, Ak =AU E,
LI VAR FAENR ) , T4°C 12 000 r/min &5 15 mino

4.1.1.3 m54.1.1.1 JAR %= XH&¥% 1.5 mL Eppendorf &, AwA 500 uL #HEE (-20°CH#4) ,
MARIT. A4 1.1.2 & F PR LiFRES EMpeE Y, LFRE E VAR 500uL, i8R
dP A&, BER S

4.1.1.4 T4 °C., 12 000 r/min & 15 min (Eppendorf & O fR#F#HH St T HmxE) , >
@M&bﬁ@E%ﬂ%%i@#ﬁmﬂxﬁﬁmﬁéﬂxmxm%fg%)mkwmmmy
CBE, sk,

4.1.1.5 T4 °C. 12 000 r/min & 10 min (Eppendorf & FF 0 R FH St T HmxE) , >
SfE BE, BIE TRAKAE, RELFiRA (RRAFSRAERKERR T ETF) .

4116 4 000 r/min %+ 10s (Eppendorf & O ARH B St G E) , HE 8 Lk
BARRBE R, Dol EE, AMERERELRT, —OHERERN—ANRK, BRERE
B R iE—®, £EFE3 min, REEiTTFFHE, L% RNA RIE.

41.1.7 wk11MDHC%,%%%7,@%%*i%RM,Z%OHmn%@5S,%i%ﬁ%
o 4RILAIRNAZAAE 2 h 4T PCR 73 £ & KK AMAE-T0 CkAA N,

[&°T 4R (Jm# RNA A2 XIRBGRAF &R B)Y  (5F5: HB-QPCR-01) 1 A, £ H1# Bzt
] .

E: RIBARNALAE 2 h A#ATPOR 738, BFEKMPRAEMAE-70 CAFERN.

412

4.1. 2.1 ¥ EFAEE (ERERSHEF X))

MR 7 & o Bk AR 2 89 32 % RT-PCR BB ik BeiR4&4h, AT B TFarik/s, 2000 r/min &5 5 s,

X PTE 32 A RT-PCRAZM B4 A n, H o n AR, REITRE AR F, FAF SR K R
RAR R BLH L& 2:
& 2 BAKE SR B AR R B R R
il RT-PCR Bk it B bth
= 15 ulL 1.0 uL

ARIEM XA SR I R Z T HAF S AN GE A Z, AR E SRR E T, ZoREGHI, A&
% XRT-PCRE P &9 %16 L, HBHEHF ALK,
4.1.2.2 HtfF (BFAXRHERB#LT) -

T2 8% T 0952 ERT-PCRE W Al e N L B AL 22 R4, 1. 1. 79 #) & 09RNAIZ i 810 L, 2%
E&, 500 r/min# 30 s, (E: MENBARAETERBER, TARAEERITRIBEARYEER)
4.1.2.3 3£ RT-PCR #4&M] (EA&N E#47) :

F4.1.2. 2% 33 )5 69PCRE XN 52 ART-PCRAG AL A, 32 K AF RAEHIR A o

PR AR E -

-8, R#F42 °C /30 min;

B, MEMI2 °C/3 min;

% =8, 92 °C/10s, 60 °C/30s, 403K, % =M BLERBIRE960 °CiB K IE A il IE 52
Ko

RIAR M 25 R G, ARIEACTE 49 5 K #h K A=Ct{AF) € & R,

E Ml JEE T X BRI E 14 S AW E I ERR 1 58 3 )2 329 =
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4.2 HXAR

4.2.1 ZRZATFHFERR

A3 R B R MARIEBLE 9% 5 7 L AT R, ABAXRIEFA L EF T

T 3 W R 0GRS EA
2.2 Rtk
2.1 MMWMBEA Ct{ARLY ¥ &,
2.2 ARy Ct{E<28.0, HFHHMBA G ML, TN, HAFBRAA LK.
3 HRFBARAE
3.1 M
ACHAR ALY I W &, T4 S+ L IPNVAZER
4.2.3.2 Mtk
Ct{a<<30, HHMMAIGY Y I, TH &P 42 IPNVEER
4.2.3.3 AR
Ct{A>30M AT M. EMLERAHMAE AN, STV A,

5. MAXBARELE (GlaphiRe 53

F: GAA-TCT-ACC-AAC-WGG—GTT-YGA-CAA

Fa N N N}

. 2.
2.
2.
. 2.

R: GGC-AGC—KGT-GCA-CCT-CAT-C

Probe: FAM-CCA-TAC-GTC-CGC-CT-MGB

e ke JEHCTT S BE R s K8 14 S B A EHTERS 158 3 )2 329 =
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