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[l YN ST

1 S IATERR S (Infectious Spleen and Kidney Necrosis Virus, ISKNV) £35S MERRESIAE
%, BLE. BNt ATERBAHEN MRS IHER. mEEKK, RNk, |S8TE, afREE,
BEEHAFER), KERFM, ANEMIREM; B, MR, 2XREG,; SEMA. FmM
ke FFRERER, BRRIVK. tEesERNAESER, ENEIEK, BABHTHEEMTEY, BER
X; 8BR2M, &8, FEFEEadAERRHIEN. BRSNS, ERAMESATREEERITTRERS
FROKFENERS, BEERETTE, MFFESMEREN, mEEEREFFELVRE, Eit
R R SRS SRR R ERE EXHZRIT IR B EEEER, AANTFR 7T ERREN
ER M SRR SREN A EER PCR AR,

1. =i, ATFAFERMEREIND, BIE5 TN,

2. R ERMBRIHAERSNRTERFIIRITRIS 1, EERIFIEFME.

3. EFZkl% qRT-PCR #&, REUELLEM RT-PCR & 10-100 &, JLUAZIZE/ 1000 M/,
4. FA—ET qRT-PCR £, RT 1 PCR MEHA—NMABERNTH, FRETAERBHER, X TEHRE
IREFAT AT

5. AFmE 50 )X 30uL KFEA) RT-PCR,

)30

ws 5 g
wF— 2xqRT-PCR &M 500 pL (tREE)
iwH— 10xqRT-PCR EBES 100 pL (I3%)
HH= ROX Zugl I, 50x 20 L (1FEE)
Y ROX Z#l 11, 50x 20 L (1FEE)
HHAa Y PCR L REIRERR TmL (EE)
GETIVAN BRIt RRESIENE qRT-PCR SIHIRER 100 uL (H5%)
At | ERERRIEATTRRERENE qRT-PCR PEM4EXTIER (1xT0E8 /ulL) 50 uL (E=)
i VAN IZBRRERGY) (%) 20 % (TmL, =)
HFIIL EFSEAR 11
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B RE:

RiRiEH. -20°C{R1F, BRE—F.
PRI RRTEEE R SREMA O TERIRNE. A mARMERERMPEMEIIER, RIEMt DNA R
JIBRMERIHR,

Bt

HER RNA,

ED::papr B

—. TREEPAMERIER:

LA 10E2-10E7 iX 6 4 10 ZHBRELG, BFRERREIEES, B TR E—EEEMzmn
i T, NI RiaE ey SIUERHR.

1. #58 6 NEOE, 9818 7, 6, 5, 4, 3, 2. FEOHLDBIIIN 45 pL 3% PCR LHIEIRE
BR, siFEmoek, TE) .

2. £ 7 SEHIA 5 pL 1x10E8 #/uL FIPAMERIR(@AKFIERM), ZToE% 1 2, B8 1x10E7
¥/uL BOPEMERTER, Ak EfEA.

3. sk, £ 6 SEFIA 5 pL 1x10E7 #I/uL HIPEMNIIR(EESHERRS), "OE% 1 D, 5
1x10E6 #E01/uL BIPEMIIRR, KUK L5,

4. ek, 7 5 SN 5 uL 1x10E6 #E/uL AORAMSIIR( LTS, =% 1 2, B
1x10E5 #0/uL HIPAMERTHER, MUk L5, EE FEAREERNEE 6 NERENEMERIR. Bukt
.

=. H5 DNA B95Is:

5. tNERAE N MR, MIURE N+2 MEE, ZHI—NE PC (HERHISMEMXTER) , — N2 NC (8
REIFAMRTAR) . AL 10uL EEHIEHIEMEAIRESERBERTNSE 4 S (RES 1x10E4 #0U/
pL, 10uL #83F 1 BER) BINL—EEMNKEAHISHEMIE (IKEESATRIRER—H, H#5
RS DEVRTFRrEIRFIERIER) . ILARKIEAEISAEIERIRR,

6. FABIESEA N+2 NMERA RNA, KEFIEIRTIZH LSS RNA ERAFERS.

=. iI8E RT-PCR R (20 pL %, EHSHSEHT) -

7. IS HBERM 1 )RES, RS N+9 4 PCR &, Hrh N+2 AEFLEE3H N+2
A PCR &, Hh N+2 MNAETFLEEEEIR N+2 MER, 1 NETF PCR FEMEXIRE (BKEER) , 1 4
FBF PCR [RMXIRE (FHZE 4 SHAMNERBERMER) . TARBAEESITNEE, EESHTRER
6 MrMIRRAERE 1 1, HRAREE,

PR RESAE FELEFEREM) ¢

. N+2 M IS qRT-PCR qRT-PCR BAERIER(2-7
FRiStEm FRTERTER &)
2xRT-PCR &k 10uL 10uL £ 10uL
ERMBRIEA TSRS
2uL 2uL 2uL
Furlix qRT-PCR 3|48 ! H & 2u




REMAER BEFENEINABRS15FE THEHHRE : 15800441009

=17
50xROX (T5%) 0.4pL 0.4uL =04l
FERHIEFE RNA
5.6uL -- --
TERCRTEE 8 &)
FERRT(8. 6 A TR & 56ul2SHEI2 5
CRTS 6 25) B - &3 215358
1Bk — 5.60L -
10xqRT-PCR BB 2uL 2uL 2uL

i¥: EFAE ROX %kl | AIHEL: ABI Prism7000, 7300, 7700, 7900HT, Step-One. Step-One Plus,
ZE{FEA ROX Z¥l 1l AYHNEL: ABI Prism 7500, 7500Fast. MJ Research B Chromo4, Opticon (II)
Corbett Rotor Gene 3000,

REE(FEH ROX AIHEL: Thermal Cycle Dice Real Time System, LightCycler, Smart Cycler System,
Agilent Mx3000P, RotorGene3000, RotorGene 6000,

9. SR TESEHIT RT-PCR (S AIBEREINEAREMHMIL).

O 5 BE A&
RT (1%%R) 50°C 15-30 min
FREY 95°C 5 min
95°C 15 sec
Qrt-PCR I 40 MEIR
58°C 1 min, (3RE FAM BEASLES)

YR TR T AR D T

M. #EakiE:

10. MBERNAFIEBETEERN, NLPAEIIFRRER log B0, LU Ct BN, LHirERLZ.
BLFNHRA Ct ENRERZ DEEHER DNARER log B, BEEHEIRE,

1. MBERAFERFTEMREN, RARFPEMELEEM, MBMXIE Ct MIAKFHET 40, FEMRIERY
IMERIRIBUL, GHAN B, Ct BERZ/NTFHET 30, XNFNER, NRE Ct KFHETF 40
MFRBHE, WSRNFIHZETF 35 NAFEM. WNERME 35-40 Zjd, WES—R, ESTWRHY Ct BEWNERK
FaETF 40 WAMEM, AR/NF 40, W9pEM.

h. $5RlRR:

EATNFE~m, (NTBFRIEALIE, T2ATFIGKET REftIERERRS!




