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Introduction

This document describes the validation of a method to determine the infectivity of pepino mosaic virus. The
method is a bio-assay, since samples are tested on living plants. Samples containing PepMV can be tested
whether they are infectious by inoculation of tomato seedlings. After two weeks, infection of the plantlets can be
checked by ELISA. The percentage of infected plantlets at a certain dilution is a measure for the infectivity of
PepMV in the tested sample. The bioassay is performed according to SPV A519 and ELISA is performed
according to SPV A517, both are standard operating procedures (SOPs) of the laboratory of *
This document describes the accuracy and reliability of the bio-assay. As external requirements the directives of
the Working Document SANCO/3030/00 rev.4 11/07/00 are applied.

Summary of Method

Ten tomato seedlings are inoculated by a diluted PepMV sample. Inoculation is carried out by rubbing the leaves
with a virus-carborundum suspension at a certain dilution. After two weeks the percentage of infected plantlets is
tested by ELISA. The percentage PepMV-positive plantlets is a measure for the infectivity. The criterion of good
infectivity was set at a percentage equal or higher than 70% with a particular diluted sample.

Identification and qualitative result

High concentrations of infectious PepMV will lead to infected plants after inoculation. Low concentrations will not
lead to infections. For the detection of PepMV in the inoculated plants a polyclonal antiserum against PepMV is
used (PrimeDiagnostics, Wageningen) for the method ELISA (SPV A517). The method validated here is a
qualitative method. The result of the bio-assay is whether or not the sample is infectious at a 50-fold dilution.

Validation design
The goal of this validation is to confirm a reliable and accurate method to test the infectivity of PepMV in a
sample. The following parameters were checked:

- Repeatability: one sample was tested 5 times with the standard dilution 50x (Appendix 1)

- Robustness: five dilutions (10x, 50x, 100x, 500x, 1000x) were tested for two samples (Appendix 2).

Type of matrix
- Plant Extract
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