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1
Table1l Islates and their ources
N ane of pathogens I late Source
X1, X2, X3, Xs, X0, Xu Xundian county, Kunming

Pseudanonas syringae pv. tabaci

Qs, Q7, Qu1, Q12, Q4 Qs

Zhanyi county, Qujing

A -1, A1, A2, As Az A nning county, Kumming
1, 2, 3 A nning county, Kunming
Z1, Z2, Z3, Za Zhaotong prefecture
X; YY5,24Y6, Y7, Y8, Yo, Y20, Y21, Y22, Hongta area, Y-uxi
Ei, E2, Es, Es Eryuan county, Dali
; N 2189 4 . ~ The college of plant
Ps s. pv. glycina protection, N anjing A gricultural U niversity
; Pb7 ) Phytopathology
Ps g. pv. pachyrhizus L aboratory of Yunnan Province
P. mori ] . ~ The oollege of plant
Ps s. pv. mori ’ protection, N anjing A gricultural U niversity
P9 -8 ) - ~ The oollege of plant
Ps s. pv. lachrymans protection, N anjing A gricultural U niversity
Lig-17 The oollege of plant
Ps s. pv. gringae protection, N anjing A gricultural U niversity
The oollege of plant
Ps s. pv. tanato N 2844 protection, N anjing A gricultural U niversity
Ralstonia solanacearum FJ; N9005; P. s Samming area, Fujian
- . The oollege of plant
Ewinia herbicola EH-1 protection, N anjing A gricultural U :ig\J/ersit\?
] \
: S %
1 (4 )
B S I T S Tk A I R
Fig 1 Reaction grade of slide agglutination & coagglutination
from left to right: “ + ++ + 7, “+ ++ 7, " ++ 7 “+7 “ - 7
“EL 1A [2, 5], SPA- (3) 1x PBST Tween-20Q 5mL,
EL ISA [5, 6] Q OlmolA pH7Z 4PBS 1000mL
I (4) (PH5 4 A (@ 1mol/
(1) @ 05molA pHQ 6 (coating L ) 2 22 mL, B (@ 1 mold
buffer, CB) NaHPO4) 2 78mL 10mL
1 59gN aCOs, 2 93gNaHCOs, Q 2gNaNs, (5) TMB T™MB ( ,
1 000 mL 10 mg/mL ) 100 i,
(2 @ 0lmolA pH7 4 (PBS) Q 65% H20225 10
8 OgNaCl, 2 9gNaHPO4+ 12H0, Q 2 (6) A (SPA) A (HRP-
g KHzPO4, Q 2gKClI, 1 000 mL SPA )
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A (SPA)
, 2 5ug/mL, 2
1mg/mL , 4 ; 2 1
A (HRP-SPA) ©DD)
) 1 40 EL IA 2
I SPA -EL IA (2]
2
Table 2 Potency of antisera mmunized by different mmunogen
Potency
mmunogen Antisera Slide agglutination Tube agglutination ORJ B IA
Ys PsY sA 1 1000 1 2560 1 64 1 16 000
Ys PsY B 1 1000 1 1280 1 32 8 000
X3 PsX3 1 1000 1 1280 1 32 1 8000
EPS PSEYs 50 1 20 1 4 1 2000
Ys IV
PS
v gV 1 4d ; PS

Note Theblank gpaces are negative reaction; IgVl is the sera collected after 4 d from the first mmunization injection; PS

sera collected before the first mmunization injection

2 2
221

3

4

lachrym ans

Table 3 Specificity of antisera by slide agglutination

3

is the negative

Pseudanonas syringae pV.

lalate PsY A PsY=B PsXs PsEYs VF5 9005 P C PS

Pseudanonas syringae pv. tabaci Y5 + + + + + + + + + - - -

Pseudanonas syringaepv. tabaci X3 + + + + + + + + - - -

Pseudanonas syringaepv. tabaci Es + + + + + + + - - -

Pseudanonas syringaepv. tabaci Q4 + + + + + + + - - -

Pseudanonas syringaepv. tabaci Z1 + + + + + + + - - -

Pseudanonas syringaepv. tabaci A 1 + + + + + + + - - -

Pseudanonas syringaepv. tabaci 1 + + + + + + + - - -

Pseudanonas syringae pv. glycina - - - - - - -

Pseudanonas syringae pv. pachyrhizus - - - - + + + - -

Pseudanonas syringaepv. mori - - - - - - -

Pseudanona syringaepv. cargphylli - - - - - - + + + R

Pseudanonas syringaepv. lachrymans + + + + - - -

Pseudanonas syringae pv. syringae - - - - - - R

P seudanonas tanato - - - - - - N

Ralstonia solanacearum - - - - - + + + -

E nw innia_herbicola - - - - - - N

2 2 2 OoDD ODD '
OoDD ODD

4 4 , PS 2 3
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Table4 Specificity of antisera by ODD

lolate PsY sA PsY B PsXs PsEYs VF5 9005 P C PS
Pseudanonas syringaepv. tabaci Ys + + + + + + - - - - - -
Pseudanonas syringaepv. tabaci X3 - - + + + - - - - -
Pseudanonas syringaepv. tabaci E3 - - - - - - - -
Pseudanonas syringaepv.  tabaci Q4 - - - - - - - R
Pseudanonas syringaepv. tabaci Z1 - - - - - - - -
Pseudanonas syringaepv. tabaci A 1 - - - - - - - R
Pseudanonas syringaepv. tabaci 1 - - - - . - - -
Pseudanonas syringaepv. glycina 1 - - - - - - -
Pseudanonas syringaepv. pachyrhizus - - - - + + + - - -
Pseudanonas syringaepv. mori - - - - - - - -
Pseudanona syringaepv. carghylli - - - - - - + + + -
Pseudanonas syringaepv. lachrymans - - - - - - - -
Pseudanonas syringaepv. syringae - - - - - - - -
Pseudanonas tanato - - - - - - - -
Ralstonia solanacearum - - - - - + + + N -
E w innia_herbicola - - - - - - - -
5
Table 5 Sensitivity of different detection methods
A ntisera
Detection methods PSY A PsYs PX3 PSEYs
5 6 6
Slide agglutination 10 10 10
5 5 5
Coagglutination 10 10 10
ODD 107 107 107
-EL ISA 4 4 5 7
Indirect-EL ISA 10 10 10 10
SPA -El [SA 10° 108 10 107
Note The blank aces are negative reaction
2 4 (1)  PsYA, PsYB, PXs PsEYs
2 41 Ys , 1
' ; , 6
6
Table 6 |olates & samples detected w ith slide agglutination
A ntisera
Iplate & sample PsY A PsY B PsX3 PSEYs
Ys + + + + + + + + + + +
X3 + + + + + + + + + +
Es + + + + + + ++ + +
A2 + + + + + + ++ + + +
1 + + + + + + + + + +
Q4 + + + + + + ++ + +
Z1 + + + + + + ++ + +
D iseased leave from fields + + + + + + + + + + +
Diseased leave by o+ o+ + o+ o+ + o+ o+ + +

inoculation in the greenhouse
Healthy tobacco leave - - - - .- oo




142 ( ) 30
L L 1 b
L (
1 )
2 4 2 PsYA, PsY8, PXs , )
PsEYs 4 ) )
1 7 1
7
Table 7 Iolates & samples detected w ith coagglutination
Staphlococus aureus sensitized by the different antisera
Ilate & sanple
PsY 5A PsY B PsX3 PsEYs
Ys + 4+ + + + + + + + + + + +
X3 + 4+ + + + + + + + + + + +
Es + + + + + 4+ + + + + + + +
A2 + + + + + 4+ + + + + + + +
1 ++ + + + + + + + + + + +
Qa + + + + + + + + + + + + +
Z1 + + + + + + + + + + + + +
Diseased leave from fields + 4+ ++ ++ + 4+ + 4+ + + + +
. Lo Diseased leave by + + + + + + + + + + + + + +
inculation in the greenhouse
Healthy tobacco leave - - - - - - -
243 ELIA 8 )
1
1
8
Table 8 Iwlates & sanples detected w ith EL I1SA
PsY sA
Isolate & sample -EL ISA Indirect-EL ISA SPA -EL ISA
Ys + + + + + + + + + + + + + + + + + + + + + + + +
X3 + + + + + + + + + + + + + + + + + + + + + + + +
Es + + + + + + + + + + + + + + + + + 4+ + + + 4+ + +
A2 + + + + + + + + + + + + + + + + + 4+ + + + 4+ + +
1 ++ + + ++ + + + + + + + + + + + + + + + + + +
Qa + + + + + + + + + + + + + + + + + + + + + + + +
Z1 + + + + + + + + + + + + + + + + + + + + + + + +
. Diseased leave from + + + + + + + + + + + + + + + + + + + + + + + +
fields
. N Diseased leave by + + + + + + + + + + + + + + + + + + + + + + + +
inoculation in the greenhouse
H ealthy tobacco leave - - - - - - - -
2
31
) (oDD) EL IA SPA -EL ISA 6
1 1
1 1
b
(EPS) 3
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Studieson rapid detection of tobacco w ildfire
(Pseudanonas syringae pv.  tabaci) in Yunnan

L IUYa-ting', ZHANG Shi-guang®’, L 1Y ong-zhong’, WANG Shao-kun*
(1 Faculty & A gricultural Science and Technology; 2 Phytpathology L aboratory o Yunnan Provincg 3 Faculty d T abacco,
Yunnan, Kurming 650201, China; 4Qujing Tobacco Canpany, Yunnan Provience, Qujing, Yunnan 655001, China)

Abstract: Strainsof tobacco w ildfire from Yunnanw ere isolated and identified Pseudanonas syringae
pv. tabaci ecific antiserum was obtained through screening the strong-virulent strains as antigen
Straphylococal protein A EL ISA (SPA -EL ISA ) kitsw ere developed successfully and thisw as the first tine
to establish the rapid detecting method of the pathogen D etection technigues becom e easier, rapider, more
sensitive and accurate, by combining SPA -EL ISA with agglutination test (slide agglutination and
coagglutination).

Key words tobacco w ildfire; Pseudanonas syringaepv. tabaci; rapid detection; indirect-EL I1SA; SPA -
EL ISA; agglutination



