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Leek yellow stripe virus @ dot-immunobinding assay
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FEER T Allium BRI E T 5 Potyvirus HIZE 3 5% leek yellow stripe virus
(LYSV) @ DIBA EIC X A v RA, REALYSV o, BHCELZFETHA
ZENRBDLNT.
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ol WTORETHRERDICLEZBRNFBIT-72. B C quinoa® LD, 0.5M
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4. Dot-immunobinding assay (DIBA %)

DIBA B3 3EAMIZ W Hibi et al O HEIZ L 572, 8% (6 B) Tlaml@H O %5
W= batkia—2 x>y 7L (NCM, Trans-Blot Transfer Medium, Bio-Rad #t) #*
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pH 7.5 (TBS) 2{&ME L7 2 % Triton X-100B L U2 %Y VM7 V732 » (BSA) i
W 1 ERRTRE L 2251, NCM %0.05% Tween 20 (Sigma#t) % &t TBS (TBST)
DRTHEELLEOL, NCM %79 2F 9 VEB/ICAN, 0.2% BSABLU2%
po yvmylpyrrolxdone ¥ TBST @B L-HUAIBE 1 2K » M4 D 30ul $00E &,
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Fig. 1. Effect of extraction buffers on detection of leek yellow stripe virus in sap
from infected Chenopodium quinoa leaves by dot-immunobinding assay.PB:
phosphate buffer, pH 7.5; BB: borate buffer, pH 8.0; Citr.B: citrate buffer. pH
6.5; TBS: 0.02M Tris-HCI buffer containing 0.5M NaCl, pH 7.5; Carb.B: car-
bonate buffer, pH 9.6.

Rear s/ — VAR S € 3R THEEVWEREIRD LN, T2, —Xkifkorb
DIy FEFEMBEI S LY — 270 7) Y 2RO THEBOBEEIEORZZ D
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Dilution of conjugate
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Fig. 2. Effects of concentration of first antibody and enzyme conjugate on reactions
of infected and healthy extracts of Alfizum plants in dot-immunobinding assay.

BRI I — KRB B L 0T Y V2 s — P AR 4ug &2,0000, 1ug & 2,000,
dpg L4,0008DXIZBEVTRIOTHFRTHY, MOXRITXTIO3HFRTH -7 (Fig.
2). F7:, RERHMOBBER, RUERRI>LHMLTT Y2074 VARER C
quinoa DERBE DY/ IOUT THH L E 2 b7, LROZAZPRORIZB HHEEW
R EFRHRBEOEEBLITYAVAOBRHEBRREY> S LT, Allium BHYH S
O LYSV oz, —KRIAKRE 1 1-249/m¢, 3> Y 24— FHIR 1 2,000-3,000
fEFRAVBOFRYETHAEBbN. COLRET T, Bt & ERERB L 255
WEHBITE, EROZMICFIATEA L EbN:.

4. BmLUIREL - Allium BHE¥ D DIBA &S & % MR
LFREOEBRICBWTDIBAEN LYSV ORBIEEN L FETHL L bh o720
T, REFES L ODRE L Allium BB O A VADOZW~DILH a7z, Allium
BRI 19881 B IZAWTEE DO Y = — by 2 TERE L 28 FIH3EH O A ampelopra-
sum (GfE, L H3®) T, 100@E»HFRZRE IR LY TREICHWZ, W
NOBES EFA 7 EDOIAVAFOFEKREB LT, EOLFENT T4 VL LS
ELRO0SMY ABBHREMATH I AMTERLOAL THAHEROLILL ¥ <1
smE~Ry MO NCM B2 ZAFy bL 2ug/meD—KREUAERE, 2,000085%H R0
aAVTVa¥— bPOZHTTRIL SR, 100EEPITLH LYSV AR 2 v,
Fig. 3BWOKEREO &R LA, LYSVRERBRBERLE 7D2A Ky PEL
TREL, FRERHLRIBHRKUNTAHIENTEL., CALDT YT LRTXTEY
A 25D ANVAROERERLTBEY, REOLBEMNBEVWLOLLBLVWIOI THRA
bot. T, LYSVARB S e ho 2BEB L LYSV BREABO—FHIZOWT
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Fig. 3. An example of LYSV detection from naturally infected ornamental Allium plants
by dot-immunobinding assay. Samples are prepared by crushing leaf tissue on a Pa-
rafilm sheet and 14 of sap was dotted on the nitrocellulose membrane.

LYSV o#ifiliE % A - kB EBETHRANLE ZA, TRTOREL» S LYSV OHLMmE
ERIEL VR EH650nm DO bR TA VABRE &SN SO Y1 V2 garlic la-
tent virus (GLV) OfIME & K< n L2 &9 b GLV ERES A, /4, Thboo
TUTLIEINGEDIANVAUAD T A VA LERRELTCVALIHELELH D,
LYSV ORGge b 2N 2 OEEIC B 27#E 0MRETHLNMCTHZ L3 TE LD
7
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CEI, BELBBHAT ) Y ADLbAETRILED LYSV GRS -2 & 23
HL20 LYSVRENARC SV TR ) —F50EBRLHREIANZIATH S Z EDHL
NTwaY, LaL, BRCBUARYAVADFAEREIIOVWTRARTH S, KER
TRINODOEEEL T H-0DFMELER L LT, DIBAEIZE S LYSV D,
SR A7, DIBA B, kYA VAOKE, BHICLCBEVWSNRTEZ ELISA &
CHELT, 74 V2AREBBL ORGSR TI Y, REBIICES ARMEY, RICHE
BROBRHENED THLLEDHEXHELTWA. —F, 74 VAREOTRMECAL
TR ELISAEE D555 WHASFELZRBO YAV ABOBKICIENTH S &
Zxbhh ZhiTIZ, DIBA 3 tobacco mosaic virus’'V, potato virus S, X, Y?,

) 13)

barley yellow striate mosaic virus” , strawberry pseudo mild yellow edge virus'

peanut mottle virus'?, tobacco ringspot virus'”, tomato ringspot virus'” | wheat soil-
borne mosaic virus" % & ORI T 4 M A OB, BHCAVWLRTE . Lo L, BYE
A Allium BHEWIFEAET S LYSV ODIBA HEIC L HBHIC OV TOMB I AL MLV,
DIBA ZEIZBITAH LYSV OHEFREICOWTHET L& 2 A, 0.05M K EEEIET *
DX LW F R ORRH T b 10REFRGH T <R L2y, BRRERORE Tz
Aot $hbb, BRBRLALIBOBHEMROPTIZOSMD AR, 13I8, < 2AMRE
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m%wﬁﬁmﬁﬁ& Bl ) AR e AR L CERTAZ EICLY, 1
ZOEE LR ZWEAEMT A 25", DIBAEILBWTH IR S OMEREEH
THEEK ihﬁ%ﬂﬁ#%%ﬁéﬂéﬁ%»zm#§<&ottwuﬂﬁ%ﬁﬁBﬂt
LHEEE S 7. Yoshikawa et al.'¥ i3 strawberry pseudo mild yellow edge virus ®DIBA
B LA ICB I AU EERIC OV TR 2Nz, FRT2BHEROMHIZL » TR
HEIRAKEC BRI L2 HEL T A, DIBA EOMBKEER & L Tid@% TBS »°
AubonTwaas, MHREREY 1V 20REFCKECERLREZTIE1S, £
NERDY ANV AEDKRERE R AL ENHS ).

70y F v W Triton X-100% %M 2 2 £ I X Y NCM LOGERS ¥ EHH I
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1=

DIBA % 7 4 V2O, ZWHICFIET A 7201013, BEEBEHD & Rg & JEkg
AL BESHIIHHTEDLIEMUETH L, FMERIIE THIREDO —RitAB L0
AT A= FERHOEES, BERFREEoM S B L TERRENEEN T O R,
CORRLBAL T ADIZ2, 3OEE {72 IAFRNBROREIZEL L

— KRB ORI~ DI R TH D, HMPOPEEEL T v ¥ 2 — F DIESE
BOWAIZIEE ALV ER SN, 70, ZOBRE KA LD DI FEF
ME»SHELAY —Za7) v ERWTLEDLNZZ Ehs, FEFRBEE T —KIU
R CRAE T BRI I T AHARIC L B b O TId % <, IgC FFOREBRIT~ D
BEHARGICE O B2 2B &G E1bN 7.

LYSVIEGT7 ) v A B L S £ T LYSV ORI B A —KithkB L U5
VA= OFRERORET 2T o7, KBS L iEa v Y 2y — b DREDIE <
B3 EREREOBEMREEIIM 2o 00, FEBIVEGRERORLSAICBVTY
§9CRE L. BB X UREAB O RO SR LT, Album BREYH» 5O
LYSV oz, —RPUKIRE (1—2ug/ml, 2T 2% — FAR 1 2,000-3,00065 %
AOuADONBRIFTHAEEZ OGN ZOFRMETLYSV @EEETHAI0THRE TR
MTx, BEFAK L HESICHANTEL - Ehs, DIBAERIEROZHIC+OFHTEA
B LRI S .

B35 & 0 IRE L 72 Allium IBHER OBWI- BV T, RHOER* BEILT 5201l HED
9#%%774wALTw7Z%%mwT#L05Lm,Hﬂ%%@iiNCMLKZ
Ry bL. TOHFERPBAWDLZ LWL A ampeloprasum (mFE, ©H 3 ), 100fE4E
FEOEEA, S LYSV 2R & sz, LYSV IER AR Y v s 0 2Ry b ELTHE
B LRSS BESICMA SN, TP T XTEFAS 7D T 1 )V ATRDIE
WERLTVAY, RELAZTNTOMEMKS, S Carlavirus BB T 5 garlic latent virus
(GLVPHHi s hre. 72, Sh6D7 Y7L LYSY, GLVUSAO 7 AV 2 bE
BRELLTWAIERL DY, LYSV O @4 OEYIC B AL OME AL
PICTAHAIERTELD T
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Dot-immunobinding assay (DIBA #) 12X % leek yellow stripe virus (LYSV) O
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TR0 MERIRE TRETEETSH - 7-.
FELES L DRE LB Alllum BREMOZICEAL 2L 2 A, LYSV 2% 5
CRHTAZ LD TE.
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Detection of Leek Yellow Stripe Virus by

Dot-immunobinding Assay

Chiyoichi Nopa, Takanori MAEDA and Narinobu INOUYE

Summary

An indirect dot-immunobinding assay (DIBA) on nitrocellulose membrane was ev-
aluated for detection of leek yellow stripe virus (LYSV). The use of a 0.5 M phos-
phate buffer, pH 7.5 for extraction of the virus gave a highly positive reaction.
Addition of 2% Triton X-100 in the blocking solution removed the green stain of
the plant sap without reducing the color intensity of the positive reaction of the in-
fected Allium plant at dilutions of up to 1 : 10,000. The DIBA procedure was equal-
ly effective for detection of the virus in extracts of infected ornamental Allium
plants collected from the commercial field.
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