FEWAELF 2019, 45(6):265 - 268

NEXFEOXZH/NELEFEHTRBHBETE
MER. EINTC. R OBL KEA. H ¥, EEE
(1. BRI, BEE  066004; 2. FILRHLINEFRE, FEE 066000

WE P E&45R T RE(WSMV) 2 X B A MAE TR FED., 2018 555 A &2 5iEXAH A RHEF PCR
(RT-PCR) Fo S Ao Ak & B BE %o, 92 B 3% (DAS-ELISA) . e 4 kit v 69 K & w4 th WSMV, B B A A &2 8 55 4
&% PCR (Real time RT-qPCR)#= 5> o xF 5047 7 ik 0 4T T BodiE, X2 &K B B R E# B MmE R K £ P &K WSMV,
KR D E&ELLTRE; K& PCR; ELISA;  F3lbstodr

hESES: S435. 121 XEkFRIREE: A DOI: 10.16688/j. zwbh. 2018409

Identification of Wheat streak mottle virus on imported barley from Canada

LIU Jigin', WANG Lishan'*, WU Xi', QIAN Yunkai', GAO Fei', WANG Haiyang'

(1. Qinhuangdao Custom ., Qinhuangdao 066004, China; 2. Hebei Normal University of
Science and Technology, Qinhuangdao 066004, China)

Abstract Wheat streak mosaic virus (WSMV) was one of the most important quarantine pests in China, which
had caused significant economic losses in USA. WSMV was detected in the samples of imported barley from Cana-
da using reverse transcription PCR (RT-PCR) and double-antibody sandwich enzyme-linked immunosorbent assay
(DAS-ELISA) methods by Qinhuangdao custom in May 2018, which was further confirmed by real time RT-
gPCR and sequence alignment analysis. This was the first report on interception of WSMV on imported barley

from Canada.
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Table 1 Primers and probes for detection of WSMV

519 S 3) 5 H = b i
Primer Primer sequence Amplicon Usage
WSMV-CP-F571 AACACCTGGATAAAAGAGGCAT . .
700081 CP gene fragment cloning

SMV-CP-1267R AACCCACACATAGCTACCAAG

WSMV-EF2 CGACAATCAGCAAGAGACCA 190781 RT-PCR

WSMV-R2 TGAGGATCGCTGTGTTTCAG

WSMV-F GGCCGGTGTGCTAAGCAT
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Table 2 Detection results of DAS-ELISA for
WSMV in barley samples

£ i Sample ODyos

KF-1 Barley-1 0. 342
KF-2 Barley-2 0. 444
FHE Xt B Positive control 0. 663
BH44: % H Negative control 0.113
PEHUZR ik Extraction buffer 0. 095
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M: DL2000 DNA Marker; 1~3: K Z4E 5; 4: PR HE; S:
FAEXT IR 6 48 AT IROK)
M: DL2000 DNA Marker; 1-3: Barley samples; 4: Positive
control; 5: Negative control; 6: Water control
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Fig. 1 Electropherogram of RT-PCR amplification
products of WSMYV from imported barley
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Fig. 2 Result of real time fluorescence RT-qPCR amplification of WSMV from imported barley

M 1 2 3

bp
2000

1000

750
500

250

100

M: DL2000 DNA Marker; 1: PR HR; 2: 23 AT HR; 3: KFEMEMS
M: DL2000 DNA Marker; 1: Negative control; 2: Water control;
3: Barley sample
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Fig. 3 Electropherogram of CP gene of WSMV
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A, B, C, D represent four different clades of WSMYV, respectively
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Fig. 4 Phylogenetic tree of WSMYV based on coat protein gene using the neighbor-joining method
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