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D etection of Strawvberry mild yellov edge virus with RT-PCR and Analysis of
the Sequences of 3 Term hal Region
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(College of Horticulture  Shenyang Agricultural U niversity, Shenyang 110161, China)

Abstract: Coat protein gene segnent of Stravberry mild yellov edge virus (9 YEV ) was anplified with
sme gecial primers by reverse transcription-polymerase chain reaction (RT-PCR) fran stravberriesplants,
and testified by sequencing A stable systan for detection of 3 YEV with RT-PCR was established, and a-
mong nineteen strawvberries cultivars and two wild stravberries pecies checked, tvelve cultivars and Fragaria
pentaphylla were infected The 932 bp segment in 3’ teminal region of M YEV gename was amplified from
Shenyang i®late SYOL Camparin showved it shared 86% 96% nucleotide acid identity with the published
squences Phylogenetic analysis shows that all ilatesof 3 YEV fell into three clades The Shenyang iolate
SYO01 lay in the same cladewith the Europe and America iolates, but formed a snall sgparate branch A naly-
sisof RNA secondary structure showed that three stan-loop structureswere formed in 3’ teminal region, and
squence differences in all iolates mpacted little on the stan-loop structures
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MYEV ,
1
1.1
UC5 (Fragaria vesca) (F  xananassa) (Hoko-
was) (L e Zhonggzi) 2 (Shanghai 2) (Antelas) 2 (Changhong
2) (Nuobinka) (Sveetheart) (Harunoka) M inglei) (Hogyoku)
(CGousimoo) (B landenberg) (Allgar) 1 (Shanghai 1) (El-
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M-MLV Invitrogen , Taqg DNA Promega , INTP
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1.2
GerBank 9 YEV e ( 1), TaKeRa
1 SMYEV PCR
Tablel Tested primer pairsfor amplifying ssgnentsof MY EV genane
Primer pairs (5" -3") Sequence(5' -3 Target fragnent(bp)
M2/M1 TGCACTCTGTGTTGACCTTC ( Sense primer) 883
GCCAACA GCAAGAATCCTAT( Antisense primer)
M3/M1 GATACTCGTCTACGAA GGCT ( Sense primer) 406
GCCAACA GCAAGAATCCTAT( Antisense primer)
Y1/Y2 GTGTGCTCAA TCCA GOCA G Sense primer) 271
CATGGCACTCA TTGGA GCTGGG( Antisense primer)
CCGCTGCA GTTGTA GGGTA ( Sense primer)
YTL/YT2 TITTTTTITTTTTTTTAA GGAAAAA GAAAAA CAAAC ( Antisense primer) 932
1.3
Frazier *°
1.4 RNA RT-PCR PCR
RNA H
RT-PCR MJ PTC-150 PCR 20p L, 1
ML, (10pmol- L") 1pL ( YTL/YT2 :
), M-MLV 60U, Invitrogen ,

-1

37 2.5 h 1pL PCR , 1 xBuffer, 1.5 mmol- L
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MgCh, 0.2mmol- L *dNTP, 0.2u mol- L™* , 0.5U Taq , 20p L
PCR (1) M2/m1 94 2min; 94 30s 52 40s 72 40s 35
; 72 5min (2) M3/M1 Y1/Y2 54 , 5 ,
M2/31  (3) YT1/YT2 94 2min; 94 30s 50 60s 72 90 s 35 ;
72 5min
B ( ) 1.6%
, pMD 18-T ,
DH%X , ) , PCR
BLAST  GemBank RNA Structure 4. 1 RNA
CLUSIAL 1.83 , DNA Star
2
2.1 MYEV RT-PCR
UC5 ) RT-PCR )
) M2/M1 M3/M1
) ) Y1/Y2
) Y1/Y2
Y1/Y2 ; , 271 bp,
, BLAST
271 bp GerB ank MYEV 89% 98%,
MYERV ) PCR
, RT-PCR MYERV
, 19 2 M 1 2 3 45 6 7 8 9 10 11 12
MYEY )
2 2
12
MYEV;
1
MYEV ( 1) 1 SMYEV RT-PCR
, M: 100 bp DNA Ladder, 1: UC5; 2 10:
2.2 3
1 , o1l
MYEV ( ); 12 ucs
sSYo1 YTL/YT2 932 bp Fig 1 Detection of MYEV n the strawberry plantsby RT-PCR
, M: 100 bp DNA Ladder; 1. Stravberry virus indicator UC5 infected with
SYoL 3 (GerBank : AY955375) ! S$MYEV; 2- 10 Strawberry cultivars Hokovase, Luse Zhongzi, Sveetheart,
Harunoka, M inglei, Hogyoku, Gousmoo, B landenberg and Nuobinka,
3 (Triple gene block 3, TGB3) SYOL 3'  repectively; 11: Control of lack of reverse trancriptase (Hokowase) ;
GerB ank MYEV 12: Healthy stravberry virus indicator UCS,
86% 96%, 3CH ( ) D74 ( )
TEB3 GerBank MYEV

85% 98%, 6CH, D74 ( ) D/L.13 ( ) DI/
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