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TAV 8 8 JR A 95 3 )8 (Cucumovirus) » 35 B
BT BRI, AR 30 nm, HIEEFRAH 3 FIEH
B RNA ZUH TR 3574 5 AMEH TS . TAV
A2 EEH T N TR A= e 24 BE 100 2 FhAH
Y Attt FEFP A 2 A8 00 F KA o0 A . TAV R Y%
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TAV2R 2 5-CAGCACCGACATTAGACATGT-
3P R Kk /N 301 bp, CVB WY EiETI#
CVBI12F J 5'-AGTGCAGCCTTGGTTCCTTGT-
3", FHE5I¥ CVBI3R K 5'-GTGCCGGTTTGG-
GAGGCAT-3', ¥ =¥ K /N 345 bp.

1.3 DAS-ELISA #il

K H TAV #l CVB 9 DAS-ELISA & 7] & (3%
B Agdia A F]) 2 I Gl Ul A5 2174 I
1.4 RNA R

B 0. 1 g fRERAE S FH W AR B Ry AR B A
KE 1.5 mL B.O08 A 1 mL % Trizol 5],
A, EIREE 5 min, A 200 pL & 05 %4
RALFEHE S5 min, 4 °C, 12 000 r/min .0 10
min, B HC b3 TR0 A5 R R S T B, SN AT, & R
TAREF 15 min, 4 °C. 12 000 r/min &> 15 min,
BV, 7008 CEEVE R DIVE. 4 °C L 12 000
r/min &.0 5 min, 7 K OB, R UL 70 T4
JFHT 20 uL. DEPC 4b ¥Ry K i,

1.5 RT-PCR #&ill

H1 20 pmol Oligo d(T) 51 # A1 20 pmol FfiHL
1Y, W # RNA 5 pL 30 A 20 pmol Oligo
d(T) 519 F1 20 pmol BEHLEI ¥4 1 pL. RS )G
70 CHAEYE 5 min, HUVE Tk LR H. AR INA
5 mmol ANTP 2 pL, 5 X M-MLV J %% 5 i} 2% vh i
6 L. 40 U/pL RNase #I{fil7] 0. 5 L F1 200 U/pL
M-MLV Jz % 5% B 0. 5 plL (TaKaRa 2 @], H
DEPC #4b3 1) H,O #h AR E 30 pL. 23 30 C
30 min, 42 °C 30 min, 72 ‘C 15 min B ¥ 3
N, A U — 4% cDNA 4,

R B SE B P29 2 plu il A 10 X Tag DNA
REMZ MWW 2 L. 5 mmol ANTP 0.5 pl, 10
pmol b FHF5I 4 0.5 pL Ml Tag DNA R4 i
(5 U/pl0. 2 pLCRARZA WD, FI K T R 4l 7K Rb 2 A
= 20 pl, KW M. 94 °C 5 min; 94 °C 30 s,
52 °C 30 s, 72°C 1 min, 35 ME#H; 72 “C 10 min,
J R EE R G IS n PCR P W1E4T 106 BRI B HL UK
1.6 FF 5N E 5 47

WY R PCR Wik & Bilg/E TAEY TREA
A $EAT I . DNAMAN #% £ fl MEGA 5. 04 %%
XTIy 45 R AT 7. R G AR Neighbor-
Joining 7, 1000 bootstrap replicates 4 3iF 43
K, MR 4 5 AL BE B FI bootstrap K 36 (B #EAT 2040 .
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Horp TAV KW Sk B M R RE 5 3 . 2ok AR
KA BE L K Hi5 3R A 4. 62 % 5 CVB A I Ay BH 1 4 B
i 8 Uy SR 1.8.12.13.16.19.42.43, 28K H
i BT AR A8 A | RN 16,70 %0,
2.2 RT-PCR #ill

i TAVI1F/2R #l CVB12F/13R #47 RT-PCR
R, R UK 2S S R R S 3 RS TAV
FHAE .8 iy CVB B (A 1D, 5 DAS- ELISA
o) 45 R —F
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M. DL 2 000 marker (2 000,1 000,750,500,250,100

bp); 1. TAV [HEX I TAV positive; 2. TAV HPEFE 5

TAV positive sample; 3. ] #£ X M Healthy sample;

4. CVB BAME X} B CVB positive; 5. CVB FH¥E#E f CVB

positive sample; 6. [J]EXS # Healthy sample.

E 1 TAV #1 CVB B4 RT-PCR #& illl 7= 47 8 ik B
Fig.1 RT-PCR detection of TAV and CVB

23 TAV S EWRF I NE

XF 3 Ay TAV FH P # dh (TAVS, TAVT7 Al
TAV3 Y PCR #4717 5100 22 , 45 3 /s >k H
3AMHEE I RT-PCR ¥ K/ 301 bp, [ 5 4
ik 96. 0320 ~98. 68%, WTKIFHHE LA
28 2 TAV 4y & W1 CP Jy 5 #E 47 Eb X, [] U5 4
85.04%6~98.02% ., & W 3 ¥ YR TAV 1
#B4r CP AT IRIF A . X 3 D5 W50 5 5 EDEE 43
B (AJ550020) P9 HE 28 4 85 ) (AJ277268) il
TAVT7 AR B .o 98, 01% ~100. 00% , 51t
BB ) (EU442883) By [R5 14 43 531 R 97. 686 ~
98.43% ,3X 34~ TAV 43 & ¥ Il C 18 43 25 W) 16 &
T CP BEHE T RFINN RGEHAR TR R 2 4%
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I A 23 B W B L L (1 2R R A BN EE 4y B W LAY 7% . The line length indicates the genetic distance, numbers show the

bootstrap value. Circle indicates isolates of Kunming, square indicates isolates of Beijing. Isolates from different areas built up

cluster [ ,the partial indian isolates built up cluster II.

B 2 TAV CP % B FF 51 iy & %t i3t 4L b

Fig.2 Phylogenetic tree of CP nucleic acid sequences of 31TAV isolates
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Xt 8 4~ CVB BHPERE S (454 1.8.12.13.16,
19.42.43) ) PCR F= Wy k47 )3 51 22 , 45 R B oR X
8 ¥ B K /Ny 345 bp, [A R Ty 80. 0596 ~
90.56 % ., Herf CVB1.,CVBA42 Fl CVB43 J¥ 51 1) [ 5
PE4 100.00% ,CVB13,CVB16 #l CVB19 # )¢ 51 [7]
PR R 96, 63% ; CVB12 5 A R W 4 554
) [ R A AIG (85. 75 %) . S5 EVIRIE 1Y 35 1% %

X I B ) PR R 75, 09% ~84. 99% . JF 5 HL X
25 i R X B 81 W S 1~19 nt Al 251~345 nt [X
SR SF AR, [FEE 43 36 97, 8526 F189. 89 %,
MM E 20~42 nt fl 143~170 nt XI55 2 F 5
K, FPEMEAL A 70, 45 % F0 75. 07 % (3D,

ARG AL B 4 R R 43 ZF 50k 3
5 Singh SV TS RAHRL(E ), X 8 SRR
BV T SR B SN AR N .
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Fig.3 Comparison for CVB nucleic acid sequences homology in different areas
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Fig.4 Phylogenetic tree of CP nucleic acid sequences of 43 CVB isolates
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75 ) 43 78 5 5 H ER 07 B G B AR e L (2 B
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mato aspermy virus as the cause of yellow mosaic and flower

Detection and sequence analysis of partial coat protein gene
from two viruses in chrysanthemum

LEI Qiang’? LI Min' DING Yuan-ming' WANG Yun-yue’
1. Technical Center sYunnan Entry-Exit Inspection and Quarantine Bureau .
Kunming 650228,China;

2.College of Plant Protection ,Yunnan Agricultural University , Kunming 650201 ,China

Abstract
samples of chrysanthemum showing noticeable symptom of virus diseaseas were collected at flower bases
and parks in Kunming in 2011. On the basis of ELISA test and RT-PCR detection, the resulted inci-
dences of the TAV and CVB were 4. 62% and 16. 70% respectively. Partial coat protein (CP) gene in
3 isolates of TAV and 8 isolates of CVB were sequeced. The sequencing results indicate the homology
between the 3 TAV isolates in Kunming and other 28 accessed isolates in GenBank is 85. 04 %-98. 02 %.

These isolates were built up in two clusters in the phylogenetic tree, and the TAV isolates in Kunming

Tomoto aspermy virus (TAV) and Chrysanthemum virus B (CVB) were detected after

were built up in the same cluster. However,a comparison between the 8 isolates of CVB in Kunming and
the other known 35 isolates in GenBank indicates their homology is 75. 09%-84. 99%. These isolates
were built up in three clusters in the phylogenetic tree, and the CVB isolates in Kunming were built up
in the same cluster.
Key words chrysanthemum; Tomato aspermy virus (TAV); Chrysanthemum virus B (CVB);
coat protein gene; phylogeny analysis
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