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FEmbFea:

Rt EF s in S iiERs e (European Brown Hare Syndrome Virus, EBHSV)2—#h RNA 55, &3k
RUMREEFRIFERR, BERBGUHATR, WHREFZEERATMN, EHRMMrGEEFRGSERS
AR S EX NIRRT IOE B EEEFA. ARET PCR FEFLR.

1. —ihs, AFARERINESREMNS, BIES 1A,

2. IRERUIIREERSAERSNERTEREFIIZITHIS Y, BEERIFIESRM.

3. EFZul% qRT-PCR #&, REUELLEM RT-PCR & 10-100 &, JLUAZIZE/ 1000 /R,
4. FA—ET gRT-PCR AR, RT 1 PCR BEAE—NMAENTH, FEETAERBHER, EETERE
IREMETBEANS R,

5. A=RENE 50 )X 30uL KRZ&HRY RT-PCR,

SRRk :

wmS 5% s
HFH— 2xqRT-PCR ZZidiRK 500 pLiREBE)
1 10xgRT-PCR EERET 100 pL(LEE)
HAI= ROX Z¥rt 1, 50x 20 pLitFEE)
el ROX i Il, 50x 20 pLiiFEs)
A 6 PCR ERRIRERR TmL(ES)
AR BUMIREBEF REFSIERSIELE qRT-PCR SHIRE? 100 pL(BEZ)
TRt | BRI RGEAERSIENE qRT-PCR FAMEXIER (1x10E8 /ul) 50 pL(E®)
N RPN, 20 JR(ImL, £
eI AN IDBRRE G G =)
A {EFRFAR 1 1p

B RIRTF:

(ERIER. -20CIRTE, HRM—.

2t DNA FEYE
JIPEMAENTRE,
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B&itil:

Fm RNA,

EAGZE:

—. EREPHIERIER:

LA 10E2-10E7 X 6 4 10 EFHBEENG, BT iRERREIEER, R TIRBRE—EEEmi
Xigift1T. SIS E A IE Ry BUERMRIR,

1. #Ric 6 MEOE, H8IA 7, 6, 5, 4, 3, 2, FAHEIELSBIINAN 45 pL 3% PCR LRtERE
Bk, siFfEwciesk, THE).

2. £ 7 S9N 5 pL 1x10E8 #£01/uL FBEMRIRB(ANAFISIRE), ZTHZ% 1 D, B 1x10E7
/UL BOBEMERTRR, Huk LS.

3. #iesk, £ 6 SEHIAN 5 pL 1x10E7 #I/uL KBEMSER( EEHIRERE), "OB% 1 D8, &
1x10E6 #£01/ul RIPEMEXTER, KUk EfRFA.

4. 1103k, 7£ 5 SEHIMA 5 uL 1x10E6 #M/uL KFAMXIER(LSHREE), =% 1 28, 5
1x10E5 #£I/uL AOPEMERSRR, HUk B, B LEREEZIEE 6 MHRENIEMXIRE. Bkt
.

—. H5 DNA fo%I&:

5. 1RE N MR, LRRE N+2 MER, ZHA—NE PCHERBIFMEMXIER), — N2 NCHER
FIEFAMENTER). BTLAR 10uL _EEHIEABEMXIERBERRERPIE 4 SORER 1x10E4 /UL,
10uL HBEF 1 FER)EINLE—E2RKEAFISHEE ROV ERSARIRER—, HRiiiRs
DERAFRRARAFISINER). aTLARKIEAFISAIBEIEXTRE,

6. FABERAIALN N+2 MERA RNA, RtFIRIRTHIH EASERS RNA EBIAFISHRES.

=. iRERT-PCR KRB (20 pL R, EHREISEHT) :

7. NRMEESHHERM 1 XES, WS N+9 4 PCR &, Hh N+2 MNEFLESEFH N+2
MR, 1T NETF PCR BMXIER, 6 MNBEFIRER L. iNRMEESHT, HERM 1 RES, WK N+4
A PCR &, HA N+2 NEFLLSEEIR N+2 MER, 1 NETF PCR PBHEXIER(FKEER), 1
FAF PCR PEMXIER(FESE 4 SIEMERBERRMER). TERBAEESTHNLER, EESITRER 6
MRMRNERE 1 1, ERAE.

8. ERCEPE TRMASHES (FRRFIERES., HREFPMERI RSB I BRMERIEE,
MR RBESEE FE LS FEREN):

N+2 MEI& qRT-PCR | qRT-PCR pREXIER(2-7
e FRiSHm FETEXIER &)
2xqRT-PCR &tk 10pL 10uL £ 10uL
IZR;‘:}MT,%@ﬁ%ﬁéﬁﬁ%%ﬂ 20l 20 &2l
i% qRT-PCR 3 |¥IiB&
50xROX (Wi¥) 0.4uL 0.4uL £ 0.4uL
FEERHIERF{S RNA
5.6uL -- --
BRIRCRTEE 8 25)
WIS 6 MAMEIE (RTH & 5602 5HEI25
6 3) - - &3 2153 2
SV -- 5.6uL -
10xqRT-PCR ESRE®R 2uL 2uL 2uL
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iE: ZfEA ROX Fk | AIHIEL: ABI Prism7000, 7300, 7700, 7900HT, Step-One, Step-One Plus,
FEER ROX Zekl 11 BIHEL: ABI Prism 7500, 7500Fast, MJ Research i Chromo4,
Opticon(ll)Corbett Rotor Gene 3000,

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

9. LSRR FESEHIT RT-PCREHATESEEEARMHENML).

bUE iRE S ]LE]
RT (i¥#%) 50°C 15-30 min
R 95°C 5 min
95°C 15 sec
Qrt-PCR R RZ 40 MBI
58°C 1 min, (3R& FAM BIEERTIEHES)

AN BRI P TR D T

M. iEhkiE:

10. MRERAFZRETEERD, NESBHXSIRARER log B, LI Ct BN, LHltmEr.
BLFUERR Ct EMmERZ CHESHER DNARER log B, BHEEHERE.

. MFEERAFERTERSN, AR, MBI Ct DUKTEHFT 40, FAMERIRRL
AV CIEIEI, BHEAY 1B, Ct ENIZNTEET 30, MEUER, RE Ct XKTFEET 40
RRREME, NSR/NFEETF 35 NUJBAME. 1SR 35-40 ZiA, NES—R, EELLNMA Ct EINRKX
FTEET 40 WA, ISR/ANVF 40, WA,

A. SRR

FLERFEF R, (RATRTFRIAEIE, FEERTFIRRET: REMIFRHRREE!



