£ OO0 http://www.cqvip.com|

B WO ¥ 17(2):142 - 144

|
VIRQLOGICA  SINICA May 2002

7% 28
002 F S H

I AKISRLBIERS S10 19 cDNA RiERFISHT
T EHEET, ERE, BAS KXE

(TEH YR UHSREDEP TR, L8 EHT 21001

¢DNA Clone and Sequence Analysis of Segment 10 of Rice
Black-Streaked Dwarf Fijivirus in Jiangsu

WANG Zhao-hui, ZHOU Yi-jun®* . FAN Yong jian, CHENG Zhao-bang, ZHANG Wen-hui
( Jiangsu Academy of Agricultural Sciences, Nanpng 210014, China )

Ahstract: An isolate of rice black-streaked dwarl Fijivirus originally from Lianyvuangng, Jiangsu, China
was used to inoculated maize to propagate the virus. Improved single primer amplification techmgue
was adopted to clone the viral genomic dsRNA 510 [or sequence determination. The result showed: the
full length of 510 is 1 801 bp and has the same organization with MRDV in ltaly and RBSDV in
Japan. The similarity of nucleotide and predicted protein were 87. 5% and 92. 6% with MRDV,
23.3% and 96.4% with RBSDV . This study provides a new method for the sequence determination of
viral dsRINA.
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Fijivirus, RBSDV ) J& T 0F B $0H%5 # # ( Reovirdae )
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A0mlL B2HEE MK (2 X STE, 1% SDS, 1% B-#i % Z
B%,0.Smg/mL B 1) 5%, SR IG Ak Rl & 05
RERE(2S 2 DHEFER, FET SRNAESH
16% Z. B (v/v)H 1 ~ STE 1% fif 5 £F 4 Z $3 ( CF-
11, Sigma) Fo 2HEEH 200ml & 16% B/ 1 %
STE #EtE. 1 ~ STE ¥ Bt dsRNA, R I RETLIE, /E¥E
PER ST 1~ SET 1, 10% SDS-PAGE 7 #7 53 4k
RBSDV EH 4 dsRNA, 1. 5% BB 858 1 & ik 8
FH B IS A agarose gel DNA extraction kit{ Roche)
[El S10, 3 M High pure RNA isolation kit{ Roche)
ik,
1.3 DNAZfE

KRB RS T HE AR cDNA. #
B S0uL IRRIESYH &HF SOmmol/L. Tns-
Cl{pH?. 5), 10mmol/L MgCl;, 10mmel/L DTT,
Immol/L ATP,0.006 % BSA, 0. 8umol/L, 5[4 1 5'-
PO,-GTACT AGTCG ACGCG TGGCC-NH.-3, 1~
10ng & 1k 9 S10 dsRNA, 10U T, RNA % # B§
(TaKaRa). 10C Wy &4 T#EE 16h. REYH
High pure RNA isolation kit{ Roche}#fi{k . R,
8. Sul. LA H 3[4 1 19 dsRNA Fin A 1. Sul
DMSO 99C 25, Imin fFBE K 3min, R &8+
BIA 4ul S x RHERZEWH, 1. Sul dNTP, 1ul
5|4 Primer I GGCCA CGCGT CGACT AGTAC,
0.5u]. RNase & F 1 200 U M-MLV ¥ 5B,
M0 1% DEPC &b FEMNAKE 20pl.. LT 42T
2h, 70T 15min, PCR: B & FF &F 2mmol/L
MgCla, 0. 15mmel/1. dNTP, 6% DMSO, 0. 4mmol/ L.
3[4 I CACGCG TCGAC TAGTA CAAG 0. 4mmol/
L 31N CACGCG TCGAC TAGTA CGAC( B
TRVFEFFEIE T B MEBRE), 2ul. DNAF
A, 17 EX Tag B HIE 2U EX Tag(TaKaRa), &
AR 10001, BLHE &R 94T T 2min. 40 18
1947 Sisec, 56T sec, 72C 2Zmin. |G 72°C T &
10min.
1.4 PCR *=#5M&%E Northern 232

PCR P& 3 I8 B Wi b Hind B0
SRS F T pMD 18-T 34k ( TaKaRa) L, # 1{k
E . coli, DHSe, ¥ AR E4H 7, 2R TE
B, Sal [ B, 1% BRIGHER KT HT. RBSDV #£H
# dsRNA £ 10% SDS-PAGE I #,i% 30h, EB {5
Bio-Rad IR R X ICF A WU R ESET
B L, 80C B &£ 2h MR ZEE 50% DMSO

#H b 10min THE dsRNA. #i{Liy PCR ™4 A DIG
PCR #TC A fEdR§F. £ DIG DNA R3ce#H &
frifdF iR,
1.5 F3R%E

B U1 B 2 R 40 E N A YE S EE R 3T TaKaRa 24 4]
My,
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2.1 <DNA &g
HT T, RNA EEBRFEETH PO, 5 -
OH KM EHFRA BREBFE - OH X - PO, /)
dsRNA 7 5 ety 2h g8, B e o] BLFE A H T 5] dsRNA
ENEEF-BARNERER BUSHEHE
¥R A58 RT-PCR KB cDNA., SIEFEXMESE
i) MRDV #1 RBSDV R & H FF 8 SAAGU-
UUUUU--UGUC3, T B 5[ 7 8 3k 7R dsRNA
AR 3% WA 3R SF £ 31 7 PCR 314 £ F 805 w2
a Ll R B TERE 8], A sE%e o PCR FF A
HEIEE S TR EET dsRNA 3 £5HME
HEHRIATAMNELT RE LR ETFHERRGRE
FISIAZASE S, KB 2K M DNA T,
MEAENM S10 RT-PCRFBRNE 1| Brm, B A
Br X/ #1% 1. 8kb, 53RIER RBSDV 1.
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Fig 1 IDhgeston of cDMA by Hend [
MI, &- EcoTl14 1 digest; [, PCR product: 2, cDMAS Hend [T : M2, DNA
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5, A Hind M8ET0020 B it 57 M #1589 PCR ™
. WE 1R, BUEREE 4 R, ST
RIZEM, R R LU R (DNA R EOTRE RN EE
E4H S10, HEH 3 1 Hind MBS, HEGEE
Bl ik bR LB LB (N 2 Frm), B A
pMR-510.
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(H2 kv R b (3]
Fig.2 Plasmds profles of the posmive dane

M,a-EcoT13 1 digest:1, pMR-510/7 Sail1:2, pMD-18T: 3, PCR prowluct.

(M3 cDNAKNESERERE Norhem &%
Fig.3 Murthern blot of viral genomic segments by cDINA pnshe
1,~iral dsRMA:2, blot result

Fie PR A AT - BIF RSN TmE
PEEEMHM cDNA HE, 558 il 3 Bf . B2y
ZRWR LREETT LN EHEME Rk HmEE
(40 S10 9 cDNA. BB T 40320 o 5 AT A4 it
M S 1 W RBIDV #1 MRDV X H 4
dsRNA B A[ T4,

2.2 FHRESHF
%It TaKaRa AR KAETEMNE 7 S10m

cDNA 2 FEP), H 5 Genbank $IEFE, B F5 X
AY039835, 5% cDNA £ & 1 801bp. % 402m,
13270l 1 4M4ne & &FH Hind BBYIEE. F5)
SRS E TR SIOELERE.G/CH
B ARG B FIFF R (R fE (ORF) F & H 2 4R
ERSHED RBSDV E & -5, #HE T MH
SHEERTFAFEBEELENEAE S H AR RBS-
DV{D00606) BT, 7+ % H93. 3% 96. 4%, 5 &
KHE MRDV(L76560 ) % I — 2, %) H87.5%
Moz e%. FH, B EHTRREY W%k
MR S0 2 FPIEEA A 18 RBSDV fl MRDV
RMARERAFEERFEEMILFrEnFERE
RBSDV T2 MRDV, #F HEFFXHEEEHE
MM FER S RBSDV MR B4 G&H S F
MRDVP™, i s s BT LU KT R AW
ML 8 7 995 5 FI 7K F R B AR AT S & RBSDV,
i - & MRDV,

EE
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