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Abstract: A survey of Tobacco rattle virus (TRV) was carried out on seed potatoes in Japan.
The surveyed varieties of seed potato were ‘Dejima’ and ‘Nishiyutaka’ grown in Aomori
prefecture, Nagano prefecture and Okayama prefecture. Diagnosis of symptoms, ELISA, and
sap inoculation testing with Chenopodium quinoa were used in this survey. Leaves of potatoes
grown 20 cm above the soil were tested in ELISA and sap inoculation. In the result, TRV was

not detected from the surveyed potatoes.
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Table 1. Variety and producted area of surveyed seed potato.
Area Variety Number of sample
Hirosaki city, Aomori pref. Dejima 50
Chino city, Nagano pref. Nishiyutaka 60 (each 30 samples from 2 fields)
” Dejima 58 (each 29 samples from 2 fields)
Oku country, Okayama pref. Dejima 65 (each 5 samples from 13 fields)
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Coat plate: Pipette 100 ul of coating antibody diluted by coating buffer into each well.
| Incubate the plate for 17 hours in a refrigerator (4°C).
Wash plate: Empty the wells, and wash the plate with PBS-T, 3 times.

| Dry the plate for 2 days in the refrigerator (4°C).

Dispense samples: Dispense 100 ul of the prepared samples (extracted into extraction buffer) into each well.
| Incubate the plate for 2 hours in the humid box (17°C).
Wash plate: Empty the wells, and wash the plate with PBS-T, 3 times.

I

Add enzyme conjugate: Pipette 100 ul of enzyme conjugated antibody diluted by ECI buffer into each well.
| Incubate the plate for 2 hours in a humid box (17°C).
Wash plate: Empty the wells, and wash the plate with PBS-T, 3 times.

I

Add PNP solution: Dispense 100 ul of PNP solution (dissolved in PNP buffer at a concentration of 1 mg/mi)

into each well.

| Incubate the plate for 1 hour at room temperature

Examine the wells visually, and measure on a plate reader at 405 nm.

Fig 1. Protocol of ELISA
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Table 2. Result of diagnosis of symptoms, ELISA and sap inoculation test.

Diagnosis of
symptoms test

ELISA Sap inoculation

50 samples of Dejima from Aomori pref.

60 samples of Nishiyutaka from Nagano pref.
58 samples of Dejima from Nagano pref.

65 samples of Dejima from Okayama pref.

. — .
. — —

N’I‘**

*No symptoms considered to be infected with TRV.

**Not tested.
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