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2 RNA4
A. RNA M RNA 1 RStV B. RNA4
Fig.2 Northern blot hybridization analysis of total denatured RStV RNAs.
A. Total RNAs of RStV extracted from the virus preparation. Lane M RNA ladder
Lane 1 Four fractionated components of RStV B. Autoradiograph of RStV RNA4.
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Fig.4 RStV RNA4 gene organization and expression strategy of
Chinese isolate Y
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RStV 4 39

ACACAAAGTC CAGGGCATTT GTACAACGAT CCAGCAATTT AATCAGAATC GAAGATGCAA 60

M Q
GACGTACAAA GGACAATAGA AGTTTCTGTIT GGTCCTATTG TAGGCCTAGA TTACACTCTG 120
D V QR T 1 E V 8V G P 1 V G L D Y T L
TTGTATGACA CTCTGCCCGA GACTGTGAGC GATAATATAA CTCTACCTGA TTTGAAAGAT 180
L YD T L PE T V 8 D N I T L. P D LK D
CCAGAGAGAG TCACGGAAGA TACTAAGAAG CTAATACTCA  AAGGCTGTGT TTATATAGCA 240
P E R V T ED T K XK L I LK G CV Y I A
TATCATCACC CCTTGGAGAC TGACACTCTT TTCATTAAAG TTCACAAGCA TATACCAGAG 300
Y H H P L ET DTUL F I K V HK H 1 P E
TTTTGTCACT C€CTTCCTATC ACACCTTCTA GGAGGTGAAG ATGATGACAA TGCTCTGATA 360
F CH S F L 8§ H LL GG E D D DN AL I
GACATTGGCC TGTTCTTCAA CATCTTGCAA CCCTCTCTGG  GCGGTTGGAT AACCAAGAAT 420
D I G L F FN 1 L Q P 8 LG GW I TK N
TTTCTTAGAC ACCCAAACAG GATGTCTAAG GACCAAATTA AAATGCTCCT GGATCAGATT 480
F L R H P NR M S K D Q I K M L L D QI
ATAAAGATGG CTAAGGCAGA GAGCTCAGAC ACAGAAGAGT ATGAGAAAGT GTGGAAGAAG 340
I K MA K A E $ $ D T E E Y E K V W K K
ATGCCAACTT ATTTTGAGTC AATCATCCAA CCTCTTCTAC  ACAAAACATA GTTTATTGCA 600
MP T Y F ES 1 I Q P L L H K T *
TATCATATAG TCCACCCTAC GAGTGCTTGC ATTCTAGGAG TGAAGCCAGT TTGGGTTGAC 660
CTGCTAGTGT AAAAATATAA GTATATTATA GTTTAAGAGA TATACACGAT GTTTGTTCAC 720
TTGAGCTTGG CAGTTTGCAA GTAATIGTGT GTAATTGTGC ATAAATATAT ATATGTCAAT 780
ATATAACTAT ACATAGGTGT GCAGATGTAA ACACTTGAAA CAAATATACA CCTATCAACT 840
TATATACACA GCTTGTAAGT CTTGGTTCTT CTTAACACAA  ACATAGAAAC ATGGGAGTAT 900
CAATTAGAAT TGCCTTGGTG TTATAAGCAC AGATATAGCT GTATGTAGAG AACACTCAAG 960
GCTAAGAATT CTCTAACATC GCTTTATACA AAAACCATTA TTAAAATACT AACAACTTTG 1020
TTTTCACAAT GTCAACGCTA AAAACTGAAA TGCCAAAAAC ATGAGAAAAT AGAAAATCAA 1080
AAACAATGAA TGGTGCTAAG CACCACATCC GGATGTGGTG CGTAGCACCA TITTCATAGT 1140
ATTGATCTAT AACCTACTTG TAGCATAAAC ACCCACATTC ATGAAGTGCA TAGCACTCTC 1200
TTATGGATTG CCCACTATGA TTACATGAAT GCATAGCATC CTCATGGAAA AAATCAGAGC 1260
AGAACAGACC ACATCAGATG CTTGGCACCA GATGTTAGCA TACCCTGGAG CTAGTTATCT 1320
CACTTACATA ATAACAGAAA CTTCAGATTT TGATTTCTIT GTGATGGGTA TCTTCTTIGG 1380

«* MI Vv 8 V E S K S K KT I P 1 K K P

CTGCTTCACC ACACCGAACT CCTTTTCAGT GTCTAGCTCA GGGAAGCTCT TGCTGGTGAA 1440
OK vV VvV G F E K ET D T =®
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AGCACCGCCA ACAGCTTTCT GAACGACATT AGTCGTGAAG TTACTGAAGC TAGACAAATG 1500
A G G V A K Q vV V N T T F N S F 8 S L H
ATTTATTGCC TTATCTTCTA GTGGTTCAAA CTCAAACATC ACGGTGTCAC TGGTCTITCAT 1560
N I AK DE L P E F E F MYV T DS T K M
GGATACCGGC AGATCAGTTC TTTCAATCCC CCAGAACCAA AGAGTTCTAG AGATGACACA 1620
$ V P L DT R EI1 G W F W L T R S 1 vV C
GTTCTGTACT GAGCTGTCAT CAACAGACAC AGACACCTGA AGATTATGCT TATCCTCTAA 1680
NQ V § §$ P D V § V 8§ V QL N H K DE L
AGCCAGAAAA TTCGCTAGAG AACCCAAGAC GGCAAAATTC TTGCTAATTG GGTAGCGAAC 1740
AL F N A LS G L V A F NK S I P Y RV
TTCTACCTCA ACTTGATCAG AGGGGTTCAC ATAGGACTTG TCTATTATGC GGAGAGTAGT 1800
E VE V QD S P N V. Y 8 KD I 1 R L T T
TACTCCACTA GCTCTACCCT TAATTCCAAT CCAGACCAAA GCAAAAGTAG CCACTCTGAA 1860
V G S A R GK I G 1 W V L A F T A V R F
GAATGGATAA TGAGTGAGAG GTTGATGAAA CCAATATGGG TCAACAAGTA TGTTGAAAGT 1920
F P Y H T L P QH F W Y PD vV L I N FT
TGCCTTCCTA TGTGCCTTCA CAGAATAGTC CTGTTTGGCT  ATGAACATAT CATACTTGTT 1980
A K R H A K V $ Y D Q K A1 F M D Y K N
AACCTTGACA TCTGAGAAGC TGAAAGGCTC CAATCCGAGC ATTGTAGCAG CCTGGTCAAT 2040
V KV D S F 8 F P E L G L M T A A Q D 1
TGTGACCCTA CCCTGGTTTA GAGGCCTCTT GGAGAGAGCT AGAGACTTCC TATTCTTATT 2100
T VR G Q NL PRIEK S L AL S8 K R N K N
ATCAACTCTC TTTTGAGACT CCTCACTAAG GTCATCATAG AGTACCTTAC TTTTTGAAGT 2160
D V R K Q S E E S L D DY L V K S KS T
GGACAAAAGT CGAGACAAAG CCATAATTAA GTTATATATT  AGCTTAATCT CAAAAGATAT 2220
8§ L L R s L A M
GCCCTGACTT TGTGT 2235
3 RStV Y 4  cDNA
5 55~-591 vORF 592~1323 3 13242184 vcORF
Fig.3 Complete nucleotide and amino acid sequence of ssRNA 4 of RStV isolate Y.
Nucleotides are numbered from the 5” terminus of VRNA. The nucleotides 55 to 591 is vORF.
The vcORF encoded within nucleotides 1324 to 2184. In the intergenic region directly
repeating sequence is underlined Indicates position of insertion mentioned in the text.
The asterisk * indicates the UAG stop codon on vVORF or UAA on vcORF.
A U 35%A  29%U T
86.1% 897~980 84 EcoRI
EcoRI RNA4 cDNA RNA4 cDNA
1.3  0.9kb 5 6
5 1~5
1088~1133 T
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1 RStV 4 41
5 RNA4 cDNA pCR2.2
M 7 1kb DNA 1~6 6 1260 970bp
Fig.5 Electrophoretic analysis of pCR2.2 recombinants digested with EcoRI enzyme.
Lanes M and 7 1 kb DNA ladder Lanes 1 to 6 Different recombinants and Lane 6 gives rise to two fragments
1260 and 970 bp respectively.
vRNA4 vORF 537 T
RNA4
94.9% 99.4% 1 27 26
T AUG
AUC AUC Ille AUG Met
vcRNA4 vcORF 861 T
94.1% 98.3% 51
46 4
1 RStV 4 T
Table 1  Genome analysis of RNA4 of the Chinese isolate and its comparison with
the corresponding regions of Japanese isolate T
Region Product Start Stop MOI'kISaSS anI":iir;gj;i d Ir?lfcri%ii’idoef ellflfir:(é/?c(ij
S'UTR® - 1 54 - - 100 -
vORF NCP 55 591 19.8 178 94.9 99.4
IR - 592 1323 - - 86.1 -
vcORF NSvc4 1324 2184 31.8 286 94.1 98.3
3'UTR - 2185 2235 - - 96.1 -
a b
3
Taq PCR 3
A-overhang pCRII 3" T-overhang PCR
pCRII T-overhang
53
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CLONING AND SEQUENCING ANALYSIS OF RICE STRIPE VIRUS
GENOME SEGMENT 4 OF CHINESE ISOLATE Y~

Qu Zhicai  Shen Daleng™ Deng Kejing Lu Yingzhi Li Changben
Institute of Genetics Fudan University Shanghai 200433
Hull R
Department of Virus Research John Innes Centre Norwich UK

Abstract The cDNA fragment covering full-length sequence of RStV RNA4 of Yunnan isolate in
China was obtained by RT-PCR. The PCR-derived fragment was then cloned into vector pCRII. The
cloned cDNA was sequenced. Comparison of the nucleotide and deduced amino acid sequences with
those of the Japanese isolate T was made. The results showed that at the nucleotidt level vORF
vcORF and the intergenic region had 94.9% 94.1% and 86.1% identity respectively the 5 -un-
translational region was exactly the same as that of Japanese isolate T while the 3’-terminal sequence
had 96.1% identity differing by two nucleotides at the amino acid level vORF and vcORF had
99.4% and 98.3% identity respectively. Therefore as well as being exactly the same size for the
two isolates the amino acid sequences of the coding regions and the 5'-and 3’-terminal sequences
were well conserved. Our results indicated that the Chinese isolate is closely related to the Japanese
isolate T.
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