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K7 FIHE 5 A TR B OB 5t
BFF B K

(RRRERE EHHFENFA, B 210014)

MAMAERMNTHYHT R RFEEET BB (TuMY), KT EH HHSMVIME
JBIEH HIACMY), HHAHRTHEBMNEABBEESH 15120, 122560 1 ¢
1280, RAMATEARERAMEN RETREMNOBIEE RSN 1,708 1,208, BL
FNnEEER., hEMBLEUR iRl AR, HTHESHENER. EAE A i J
PREFEHREMAEEHHEY, RALERE 1500 ST HESHERE, RBE 2000 -
ENTRT RN,
XRiE: ELAE HEHEERR EWEHRE KEENEE BAEHRE :
EHERERERMREWRER (ELISA ) BB TEYRELN B @9,
ELISALEMMFFRMAEES, HA0E, HFRERH, BRZERANRNULE.
WMAERERT LGRS (NCM) S THBEA M EE ( Dot-Immunchinding
Assay, DIA; Dot-ELISA; Nc-ELISA), DIASSELISASEEE, HHgmA, H_JF.%E.
3%k 45, B CMaE -2 s 2 A DIA G TR > e ™8, AR DIA 0T £®
EMHBFE(TuMY) | XKEEHHBSMY )M MIEHFFCMY), ST AEBEHAR
FIASI Ho i 7 R e S A E 4T DIAR WM R A8 .

7R 5 5

1. kWM. TuMV, SMVMICMV 3¢ W E E5 ¥ imD, TaMV %A T B (Brassia
Chinesis ) fa® T ( Pisum sarivum) F, SMYRRE F LT ( Glycine max ) B F1138—2 ., CMV
PR =4 ( Nicorana pmbacctim~samsum) o

2, HIAWEN: ToMV, SMYV 1 CMY Rt A AR EAFE. DIRENFAERERERERL
R#EH.

3. BM: (DRRBEHSEMNK: &0.05mel/L 10, 2mol/L NaCl, pH7 4 f)Tris2h 42 3K
(TBS), (2)pei: S0.5% iRzomiTris AR Eob K (TBST ), ()M PFAM: 43%B5A, 2%
TritonX—10083TBS, (4)E4pik: 50—75mg=, =, ZHRMERFERE (DAB) FTF100ml TES, =
Bekshim 3 AR b, BB, EREEN, ARmH 0. ERAREN 0.01%—0,03%,

4, MAZERMN: IENEHRESERT, WEFHBFEEIRE b, RERHE £%
BEEEA T, Hls SNEHEAEI 0]l 52 HBhEPHE, 5000r/m B8 48, BE
w*, ATBS{ERFIFILME, RUKBEFRUTESHE NARAKE. H541 ZRMRERH LS R

3 F1o004E 9 F2sHUxE|,
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SEMRFER B DR, FESPHRTRE. AERE TESTHEREI 8, B HHk BN
B 1R, P ARSSOFIEM S, BN, AN B RARYAES Bh 0%,
BRRHRE 2 N, FHRRTGREI VL SR04, DHRIEEMESOERAAERE
H BRI R ) RIRS 2 —3 hH, FRiRkEIN, B0 rd. BENAEY
B, WARE2 -5 5, FHAKR1045H, Ot BHEETE, TEEASEHEIEREREN
WEP P RER R, SEMSEETMERN M. H, 1. +7 4 MRTBRE, B KR
ARTHARE, ERAB -7 .

o £

V. B ik B as S i A B

HERLEKL, BRTuMY, SMYmCMVREY SRR R gERGIRES R
WRRARZHER R AL AFEPTTEHN TaMVEHE S HAMER] 10 5120 {h8E#
RRB, SMY, CMV RSB CREE 480 1:2560 71 1:1280. [& 1 & SMV B4l H18
A, ﬁ?ﬁﬁﬁﬁ%%, Fﬁﬁﬁfﬁiﬁéﬁﬁ, Fﬁﬁﬁ.miﬁﬁo

F oY

E1 SMY BAamsliaviiss st
1 Fig 1, Dot immunahinding assay of SMV
O EUTHBLSHNYHERERE, 20588 EEE. WEELZE
B R ERESRIML 10, 20, 40, 80, 160, 320, HFHAETES+IBBSA,
Naotes, Lanel, SMY-infecied leaves, Lane?, Healthy leaves, The semple
dilutions from lelt to right ave 1 £ 10, 20, 40, 80, 180, %20, respectively,
The hlocking solniicon is T35+ 34 BSA,

» ZHEHNKRHENERKER
Table 1 Results of DIA with three plant viruses

WRE
L Dilution
¥iru XA 640 1240 2569 6120 10240 20480
TeMY  FRH it Ht +H + + — -—
infectad plant
e — - - - - - -
kealthy plant
SMY e e H + - - -
infected plant
am - - - — - - -
healthy plamr
cMY g Ht Ho o+ - — - —

infect;:l plaat

S
kealthy plant
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T T ST T T I e e

2, MBEAEEERAREE

HmIGE A0, 34mefu0, 48me ) SMV g CMV 324655 55 BB F 7 960, 192075, X
Spl ciff, PIRESCICIA, MEAHRARA SMY §) CMV T 38 2 4 RS R E 45 515
1. 7ngHit,2ng,

3. O[] P P R A A B P R

FRLE 2. DBETuMY ME R B, 3 7 DEFEIET B, BT 3% M
e+ 205 TritonX-100%%, HAFZEERMBE B EAZE, MATBS + 3% BSA + 2% Triton
X-100 R, WERLFEERA I RMK, HHMERMEGREK, BEEBBERNH
HPHT RS TR, B0 5 RN RN, AEREACKER, WHEFAERY
RRH, ARFASERBERHRMMN(1/10—1/80), AEREFERFECTR. BT
HiER R G S SR EaHES, BBl

4. AR FERE

HTuMYHRMmBE L1500, 1:2000 B, SMVEMFELSN, 1:2000, 1:5000{%
WE, WELSRNFS, TuMV, SMVEf MR 500 FHk% DIA RN PHEBBES

®, WE2000F 0 TRM. SMY Fum MM EE 5000/5H, RATTERN, H RE
B2 CHHARETOMVIENE R oS MR
Table 2 Results of 7 blockiag solutions in TuMV DIA test

k2 gz b MRESNRE EERSATRE

Blocking sclutians Dilution of infeoted plants Dilution of healthy plaunts
320 940 1280 2B6B(Q 5120‘ 10240 320 640 1280 2560 B12¢ 10240

TBS+1%BSA o H + - - = = = = =
TB5+4-1%BSA HoOH O+ + — _ - — — - -
PBS+0 5% Tween-20 Hff +H +H +H + -_ -_ = -_ - - —
TBS+40,5%Tween-20 {t 4 +H +H + — - - — — — —
I gelatin-t -+ -_ = _ —_ _ - _ — _— —
20 TritonX-100
TBS+0.286BSA4+ H+ H H + + _ -_ = — — — —_
2EEPYP-LO GETwarn-20
TBS+3I®BSA+  ++ H H +  +  — - - = - - -

2o TritonX-100

AH 1B Fe s
% TEHOKWRNERESESINDARR
Table 3, Resnlts of DIA with differeaut antiserum diluticas in TuMV
gond SMY detectione
o e EAMEE
Antiserum Dilurion of infected planmy
20 40 an 160 320 B840 1280 2500 5120 10240
TuMY 1:5000 Htt Ht 1 H H H +H + -+ —
1:2¢00 Ht H +H +H H + + - - —
SMY  1:500 it H H +H H H +H + - -
112000 H +H +H + +H +H + - - —
135000 HH H H + — — — — —_ -
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5 B 1

BIE&URE T DA W A Bt s B v 48 e b B R S iR A . DR IHRE, 4
FRRERESREEHAMPRRE EX. o FmBE BT Had. B kR
B, LT 1 20 R FRAE AOTERE % 3 H R M, DA BRLIER BN, HRME AN
IR LAY R, SUREERNTIRM.

Pl FEER. R RSB RS R RS R, PR R
BREFRE, EREAHEELL--SORBEAFEFRETH,. HERRARABS
g, ATiFEmkl. sMHbmA TritonX-100 Al LB S TR, EERME
B R.

AU SR i Bk (TR A R e, BRA SRR BB 3,3-
FHBE B (DABIEB T RHE MR, (EPABYRZIBSYEHE, R BN,

Banttarit % 4R34 B F# FP VXA SEWH BT B R E 11128000 b 9577 s
3. B F DIARGUE®, HEfe, HAREMEREE, KEEHDRSRNLRT
U [ op:Tp =

2 % X ® |
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Detection of Plant Viruses by Dot-immunobinding Assay

Zhon Xue-ping Pu Zu-qing

(Section of Plant Pathelegy, Nanijing Agricultural Tniversity, Naniing 210014}

TuMV, SMV, and CMYV were detected by dol- immunobinding assay (DIA)
at dilutions of 1:5120, 1:2560 and 1:1280, respectively, DIA sueccessfully
detected 1,7ng of purified SMV and 1,.2ng of purified CMV, DIA was used
with horseradish peroxidese. linked goat anti-rakbit IgG and nitrocellulose me-
mbrane was used as the solid phaze, 3, 3-Diamino-benzidine was used as the
snhatrate and got good resulis, Absorption of the first antibody with healthy
plant sap was neceasary 1o eliminate background color, This assay is simple,
rapid #nd sensitive and should prove to be a useful and practical diagnostie
technique for plant virus diseases,
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