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Identification of bean pod mottle virus ( BPMYV)
on the soybean seedling from America
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Abstract: The soybean seeds imported from USA and showing typical mottle symptom were selected and sowed in isolated green-
house. Some seedlings were tested serological reaction by using bean pod mottle virus (BPMV) double antibody sandwich (DAS)
ELISA kit. The seedlings showing BPMV positive in serological test were further detected by reverse transcript (RT) PCR and se-
quencing. Therefore, BPMV was screened and identified from the soybean seedlings.
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RE PR FE (bean pod mottle virus, BPMV) J& FHLE LMK EERL (Comoviridae) , HLE LMK
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vittata) . A& PY A G BH  (Epilachna varivestis) SEABFEY WAl ML, ROAMEER% 0.1% 27 %5
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1.2 DAS-ELISA [EFF &%
KRG ES 1 X EMRIE, %R SERERA R B PR 48 1 DNRES, X F
TCREARAY, B 10 BRI il 8 1 /SRR S, TR a Ul A 2 A L R UL
BPMV X4 J.0> (DAS) ELISA il izl 7 65 0 35 [ Agdia 28wl Kl 7~ i
DAS-ELISA#AERR 42 iR @ e I AT, PR B Rl & py BRI B gy, BIPEXT B R &5 25
Fg AR o 2 IRER
RS , 56 TR IR U8 ) W il s Al 200 €6 s I 45 2, P 4 FI Bl
B3 248 (Triturus, Diagnostic GRF Fols, S. A) £l 405 nm WYYEEEEM (D),
1.3 RT-PCR & F 7kl
B BPMV Il 775 2% BHAEARE 5 1 VW, A Trizol 370, 225005
B, SRR, BUUEE T2MERR 8 (DEPC) AbFEpxGEEKd, BITEXT I K E 4 25
a PEE A AR T
i GenBank (http: //www. ncbi. nlm. nih. gov) 2, i BPMV 452 8 1 %
TIER (&S5, AF330207) HMRSFIRE 3T 1 S EZITFRRSIY . 5'-GTGCCAGTTCTGATATTTA-
CACC-3" (BP3) #15'-GTCAGTTTTCCCATCCACCTATTT-3" (BP4), H:THIAYY 147 ¥ K/~ 307 bp.
PCR 51491 i e 4= WA A BRA F A A
(1) Pi2b% RT-PCR, MMLV %5 —%E cDNA G RO & B Fifgd: TAY) TGS ARA T, cDNA
B NAR FR S AR G U, 55 —%5% cDNA &5 ¥ Oligo (dT),, 37 °C 1 h, PCR )
WZ K. 1 xPCR ZE MK (Mg’* —free) . MgCl, (2.5 mmol - L™") | dNTP (0.25 mmol - L") . i
19 (0.4 pmol - L"), SN EMAR 30 wL, RN ZFME R 94 CHIAEME 2 ming 94 CAEM30s , 54 C
45 s, 72 CHEMH 1 min, 35 NMEH; &5 72 °CE{H 8 min,
(2) —#L RT-PCR, &R L, ROARRS IR &S, O &4 40 °C 30 min, 94
CHAENE 2 ming 94 CASME30 s, 54 CHEVEAS s, 72 CIEM 1 min, 40 MEH; )5 72 CHEMf 8 min,
RT-PCR W AW 5, WA =TIk, JF7E4 A B R R 4
WL AR 0 SRS
1.4 RT-PCR F=#89illlE
RT-PCR /=¥ lifblnili, o Bl A OB A BRA RSB F 50, T AT RV T

2.1 DAS-ELSIA #il4 R
DAS-ELISA 55 (£ 1) BoR, BAMEXIRAY D, (/T 0. 15, FHPEXT AR Do AFAVEXT IR D,os 0 HO(H
KF10; R 6 MRESH, RARE 11 D,y S8R D, B9 B R KT 2, FREH,
2.2 RT-PCR &% L2 (K M
BPMV [H £ ¥£ & RT-PCR ¥ 45 5, &
1. 5% BERE e R LUk o (B 1), — ik

bp

SRS AN 307 bp (ORISR, 50N 200

R 2, BT BRI Sy, BB 5 PriE 1000

R HL 0y FLT P B o

2.3 RT-PCR F=#1895 510U E 100
RT-PCR =¥ 200 7 Fla] P b im & 80 (&

2), EMEERFI S BPMV 45 % i A B 1 BPMV i RT-PCR F=4 ik &

(AF330207) (H FEES 2 8] HAETE 2 ANl L 2% Fig. 1 Electrophoresis of RT-PCR of BPMV

s N . . M. Marker (DI2000, TaKaRa); CK. BHHEXSHE Negative con-
S, [EETE N 99.3% ) 4t R gk — 2 56 F RT- ’
7T [_JJ? ﬁj‘j UJ T = ﬂ}gﬁ trol; 1. —2#k RT-PCR One-step RT-PCR; 2. W5k RT-PCR Two-

PCR 7742 BPMV A4S PE 1) step RT-PCR
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&1 DAS-ELSIA #® X E4EH BPMV
Table 1 Detection of BPMV of soybean seedling by DAS-ELSIA

P X6 1 BRI XS IR Bt 1 K 2 Bt 3 Fdi 4 Kl 5 K 6
Positive control ~ Negative control ~ Sample 1 Sample 2 Sample 3 Sample 4 Sample 5 Sample 6
D5 3.927 0. 067 3.770 0. 065 0. 067 0. 068 0.070 0. 068
5 R |
.JW&F T‘,‘“ME 58. 61 56.27 0.97 1.00 1.01 1.04 1.01
Ratio to negative control
5 FRE BRI A AT AT FATE
Result Positive Negative Negative Negative Negative Negative
RT-PCR 7=#1 R :83
BPMV-CP % (AF330207) : GTGCCAGTTCTGATATTTACACCATCTGCTCTCAAGACTGTGAATTATGGAATCCTGCTTGCACAAAAGCAATGACTATGTCA :83
RT-PCR 74 A G : 166
BPMV-CP F51 (AF330207) : TTTAATCCAAACCCGTGTTCTGATGCATGGAGTTTGGAATTTCTGAAGCGTACTGGATTTCATTGTGATATCATTTGTGTCAC: 166
RT-PCR 7= #) N 1249
BPMV-CP F¥%I| (AF330207) : TGGATGGACTGCCACCCCAATGCAGGATGTTCAGGTTACAATTGATTGGTTTATTTCCTCTCAGGAATGTGTTCCCAGGACCT : 249
RT-PCR P=#) P : 307

BPMV-CP F¥%I (AF330207) : ACTGTGTTTTAAATCCACAAAATCCTTTTGTGTTAAATAGGTGGATGGGAAAACTGAC : 307

B2 RT-PCR =#15 BPMV 5h5E B EBE LS FFIHLE
Fig.2 Comparison of sequence between RT-PCR and BPMYV coat protein gene ( AF330207)
“7 s FHFAYIEHE The same base
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W b ARSI R, IXARUESE T BPMV M SR AN o (R, ASHESEIE i L 2 A1 A o O i A
REHH LA IE] BPMV, W] BPMV AT LU F 5 2 s iy b ey A 5k, I dad Bl B 2E A e 3 4
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SMV S5 1R 5%, Xt e [ A9 R A 7 i 1™ T S

5% BPMV I SMV S8l EfR Ye)i , 7Rl Bz AR AT DI USSR, A T AR 2 T LMK
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A, B AT IR AR mik ) BPMV AR T AOMER
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