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Abstract: Miller-Schroth medium (MS) was modified in order to develop the detection method
of Erwinia amylovora from internal tissues of apple fruits. Plating efficiency of modified-MS
medium (M-MS) was equivalent to MS. Colony formation of E. amylovora on M-MS was 1-2
days faster than that on MS and E. amylovora colonies could be distinguished from other
bacterial colonies accompanied with apple fruits, Moreover, Colony-DIBA was useful as a
detection method of small number colonies of E. amylovora from numerous other bacterial

colonies on M-MS.
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Table 1. Erwinia amylovora strains used in this

study
Strain Source plant Origin
NCPPB 683" Pyrus communis UK.
ICMP 1499 Malus sylvestris New Zealand
88-125 Pyrus communis U.S.A.

NCPPB: National Collection of Plant Pathogenic
Bacteria, UK., ICMP: International Collection of
Microorganisms from Plants, New Zealand. T:
Type strain.

Table 2. Plating efficiency

St CCT MS Modified- Sucrose-

MS YNA
NCPPB 683™  44%** 25 35 100
ICMP 1499 67 69 66 100
88-125 52 35 34 100

*. About 100 cfu of each E. amylovora strain were
spread on each medium.

**. Relative values (%) were calculated based on
Sucrose-YNA from averages of numbers of
colonies on 3 plates of CCT, MS or Modified-
MS medium.
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Fig. 1. Colony morphology of Erwinia amylovora
(arrow) on M-MS medium.
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1. Colonies on M-MS medium are covered with a wet nitrocellulose membrane

with PBS buffer.
\

2. Membrane is soaked in PBS buffer containing 3% skim milk and 0.056% Tween
20 (TPBS) for blocking for over night at 4°C.
|

3. Membrane is soaked in TPBS buffer which adds the first antibody (NCPPB 683"
antiserum is used in 1 zg/ml), and shaken at the room temperature for 60 min.

4. Membrane is shaken in TPBS buffer for 30 min or more at the room
temperature. TPBS buffer is changed three times or more.

[

5. Membrane is shaken in TPBS buffer which adds biotin-labelled second antibody

of ABC-kit for 30 min at the room temperature.

6. Membrane is washed by the same method as No. 4.

7. Membrane is shaken in TPBS buffer which adds ABC reagent for 30 min at the

room temperature.

8. Membrane is washed by the same method as No. 4.

9. Membrane is soaked for detection of E. amylovora colonies in PBS 10 ml
containing 30% hydrogen peroxide 5l which adds 4-chloro-1-nathtol (3 mg/m!
methanol) solution 2 m/ for about 15 min at the room temperature.

Fig. 2. Protocol of Colony-DIBA.

Fig. 3. Result of Colony-DIBA.
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