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Abstract: Lily mottle virus (LM0oV) was detected in Narcissus pseudonarcissus using one st of ecific
primer by reverse transcription-polymerase chain reaction (RT-PCR). A 553 bp DNA fragnentwas anplified
from the sample of Pink-cham’ using primersL1 (5'-TGGGCACCTTGTGAATIAC-3') andL2 (5'- TGCT-
GTATGCCTCTCCGTGC-3'). The primerwas designed according to the published sequence of the coat protein
of LMoV in the GerBank Nucleotide sequence of the fragnent (GerBank accessionNa BJ167936) showed
more than 98% identity with other imlates (GerBank accession Na : AJ748256, AJ564636, AB053256,
AF531458, AJ564637, AJ748257). Remarkably high smilarity in the nucleotide has been observed degite
of their different origins Besides, anino acid ssquence of the anplified virus fragnents (GenBank accession
Na ABW16938) isoverlapped by the anino acid sequence of LMoV coat protein (GerBank accession Na
N P-945145).

Key words Narcissus pseudonarcissus Lily mottle virus RT-PCR; virus detection

: 2008 - 07 - 08; : 2008 - 09 - 08
: ' 863’ (2006AA 100109) ; (2006BAD01A18) ; (YL-
HH2006001, YLHH2006002)
* Author for correpondence (E-mail: mingjurmail@yahoo. com. cn)



1844

35

(Narcissus pseudonarcissus) ,

19
, 1996) (Narcissus tazetta var chinensis)
, 4 PVY (Brunt, 1971; Ages 1976,
Bos, 1976) /Y (Langeveld et al , 1991; Roser et
al , 1992; Dekkeretal , 1993),
PVY (Shukla & Ward, 1989; Roberton etal , 1991; Roser et al , 1992) ,
(1995) 4 P/Y , BV NYS/ NS/
OonYDV
(Lily mottle virus, LMoV') Y (Potyvirus) ,
(A sies, 2000; Zheng et al , 2003; , 2004, , 2007),
, ; RT-PCR ,
, P/Y LMoV
1
1.1
2006 (N arcissus pseudonarcissus) ‘ Pink-cham’ * Fortissmo’
, (Hyacinthus orientalis) * Woodstock’ * Fondant’ ) (Oriental hybrids
lily) * Sorbonne’ ‘ Siberia’ * Tiber 2007 8
1.2
1.2.1 RNA
RNA RNA 0.1g
, 1mL , , 5min 4 12 000 r- min™*
10 min, 0.2mL , 12000 r- min 10 min,
, 1 70% : , 10000 r- min*
40 s ,
RNas free , RNA 50 L ddH,O (RNase free)
2min, 12000 r- min " 1min - 20 RT-PCR
1.2.2
NCB | GerBank LMov Y L1 : 5'-
TGGGCACCTTGTGAATIAC-3'; 3' L2 5'-TGCTGTA TGCCTCTCCGTGC-3'
1.2.3 RT-PCR
20U L 2000 L : Oligp (dT) 18 (500p g- mL™ ') 1ML,

otal RNA 4p L, dNTPsMix (10mmol- L") 1pL, ddH,O 6L 65
Inhibitor (TakaRa) 1ML, 0.1 mol- L ' DDT
1ML (200 units) SuperScript™M  RT, , 42

, . 5 x First-Strand Buffer 4 L,
20 L , 42
50 min, 70 15 min

2 min

5min



12

RT-PCR 1845
PCR 20( L, Taq PCR buffer ( 1.5mmol- L *M¢ChL), 2000 L- L™ " dNTPs
Mix, LMoV 5pmol- L ™", 5uL DNA, 1U Taq PCR : 95 4 min,
94 20 s 52 30s 72 1min, 30 , 72 5min, 16 ,
4
9700PCR , (1.0%) , GeDoc1000 (Bio-
Rad) :
1.2.4 PCR
, 1 RT-PCR , pDM 18-T
vecor DH , LB 37 16 h ,
DNA, PCR
DNA , DNAStar  Megalign
(clustering method) GerB ank
2
2.1 RT-PCR
1 , 1 5 7 ,
* Pink-cham’ , 5 ‘ Sorbonne’ (EU348826) , 7
(BU348827) , 9
, ' Pink-cham’ ,
Y LMoV

2000 bp
500 bp
1 RT-PCR LM oV
1 * Pink-cham’ ;2 * Fortissmo’; 3 * Woodstock’ ;
4 ‘ Fondant' ; & ‘ Sorbonne’ ; 6 ' Tiber ;
7 ;8 ' Siberia’; 9

Fig 1 Agaros gel electrophoresis of RT-PCR amplified productsfor the detection of LM oV
1 Narcisus pseudonarcissus'  Pink-cham’  tests positive;, 2 Narcissus pseudonarcissus  Fortissmo’ ;
3, 4 Hyacinthus orientalis Woodsiock’ and‘ Fondant’ ; 5 Oriental hybrids lily* Sorbonne’ ;
6 Oriental hybrids lily* Tiber ; 7. Lily positive control;

8 Oriental hybrids lily* Siberia’ ; 9 Negative control

2.2
L1/L2 , * Pink-cham’ LMoV
pink-cham-_iMoV, 553 bp
GerB ank BLAST 6
’
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AJ748256 AJ564636 ABO053256 AF531458 AJ564637 AJ748257
98% , 9 AJ874695 AJ310203 EF158108 ( , 2007)
AB054886 AMO048875 AJ874696 AJ879511 60810 AY464944 90%
2 ' Pink-cham’ LMoV
(ABW 16938) , 3
3 )
GerBank , BJ167936
, pink-cham-_LMov (Tulip breaking virus lily strain)
44147 95%, ( Tulip band breaking virus)

AB090385 ABO078007 S50805 91% 89% 89%

AJ564636
—— AMO0438875
— — AY 464944

B — S44147
J7 | —_ . RBD5SYSE
1 — AJ879511
| — AB090385
‘  AJ564637

AJ748256
L AJ748257
AJ874695
L AJ874696

— AF531458
- [ S60810

— S60805
4 B — — pink-charm-LMoV
—— AB054886
——— AJ310203
— AB078007

~ EF158108

250 200 150 100 50 0
100K H J& 4 A B AL B 1

Nucleotide substitutions (100x)

2 ' Pink-charm’ LM oV LM oV
AJ748256 AJ564636 AF531458 AJ564637 AJ748257 AJB74695 AJ310203 EF158108 AMO048875  AJ874696
; AB053256 AB054886 ; AJ879511
AY464944 T SA4147
AB090385 50805 ABO78007 ;
%0810 ;. pink-cham-_1LMov

Fig 2 Phylogenetic dendrogram showing the relationship of nucleotide sequences of pink-charm-1LM oV with othersorign LM oV
AJ748256, AJ564636, AF531458, AJ564637, AJ748257, AJ874695, AJ310203, EF158108, AM 048875 and AJ374696
are iolated from China, AB053256, AB054886 were iolated from Jgpan; AJ879511 was iolated fram India;
AY464944 was iDlated from Korea, $44147 was fran Tulip breaking virus lily strain;
AB090385, 50805, AB078007 were fram Tulip band breaking virus
0810 was from LMoV; pink-cham-_1MoV was
anplified sequence in this experiment
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— ABWI16938
— CAG38601
ABY 60990

BAB83661

CAG38602
CAD92111
ABY25310
| AAB19407
ABX65301
BAD02938
0.025 ()()2()7 0.015 (),(;H) 0.005 7(’)’,(’)()(}
18 4% B 55 R B Genetic distance coefficient
3 ‘ Pink-charm’ LM oV LM oV
ABY60990 CAG38601 CAG38602 ABY25310 ; BAB83661
BAD02938 ; ABX65301 ;
CAD92111 ; AAB19407

ABW 16938

Fig 3 Phylogenetic dendrogram showing the relationship
of protein squences of pink-charm-_1M oV with othersorigin LM oV
ABY60990, CAG38601, CAG38602, ABY25310 were ilated from Ching

BAB83661 and BAD02938 were i®lated fram Jgpan;, ABX65301 was
iolated fram Koreg; CAD92111 was ilated from United Kingdam;
AAB 19407 was fran Tulip breaking virus
ABW 16938 was amplified sequence protein in this experiment

3
20 ( , 1996) , (NMV)
(NYSV) (LMov)
90% , RNA
( , 2007), LMoV , RT-PCR
Lily mottle virus (LMoV) Tulip breaking virus lily strain
(1TBV ), ( , 2004)
(1cv) (TBBV) (LMoVv) (Fauquet et
al , 2005) * Pink-cham’ LMoV BV
HA4147 95%, TBBV 91%, LMoV 89%
(Icwv) 7 , Potyvirus CP
85%, (1995) RT-PCR ,
RT-PCR (RALP) , 14
4 PYV

, BV NYS/Y NS On-
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YDV ,
, PVY LMoV
RT-PCR , ,
, LMov , 2005
1 (Pieter, 2006) ,
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