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REPORT
adopted by the Ad Hoc Crop Subgroup on Molecular Techniques for Sugarcane

Opening of the Session

1. The Ad hoc Crop Subgroup on Molecular Techniques for Sugarcane (hereinafter referred
to as “the Subgroup”) held its first session in Rio de Janeiro, Brazil, on September 28, 2002.
The list of participants is reproduced in the Annex to this report.

2. The session was opened by Mr. Luis Salaices (Spain), Interim Chairman of the Subgroup,
who welcomed the participants.

Adoption of the Agenda

3.  The Subgroup adopted the agenda as reproduced in document BMT-TWA/Sugarcane/1/1.

Report of Discussions and Developments in UPOV Regarding Possible Use of Molecular
Techniques in DUS Testing

4. The Technica Director of UPOV introduced documents TC/38/14-CAJ45/4,
TC/38/14 Add. — CAJ45/4 Add., BMT/7/2, BMT/7/3.
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Report of Work on Molecular Techniques on Sugarcane

Analysis of Genetic Similarity Detected by AFLP and the Coefficient of Parentage Among
Genotypes of Sugarcane (Saccharum spp.) (Brazil)

5.  Mrs. Milenade Luna Alves Lima introduced document BMT-TWA/Sugarcane/1/2. She
explained that the objectives of that study had been to assess the level of genetic similarity (GS)
among the sugarcane cultivars and to investigate the correlation between amplified fragment
length polymorphism (AFLP)-based GS and coefficient of parentage €), based on pedigree
information. The expert had studied 79 cultivars (interspecific hybrids), used as parents in one
of the Brazilian breeding programs, and four species of Saccharum (Saccharum sinense,
Saccharum barberi and two of Saccharum officinarum). She explained that twenty-one primer
combinations had been used to obtain the AFLP molecular markers, generating a total of 2,331
bands, of which 1,121 had been polymorphic, with an average polymorphism rate of 50% per
primer combination. GS's had been determined using Jaccard's similarity coefficient, and a
fina dendrogram had been constructed using an unweighted pair-group method, using
arithmetic average (UPGMA). The analysis of the results showed that AFLP-based GS ranged
from 0.28 to 0.89, with amean of 0.47, whereas f ranged from 0 to 0.503, with a mean of 0.057.
Cluster analysis, using GS, divided the genotypes into related subgroups suggesting that there
was important genetic relationship among the cultivars. Mrs. Lima concluded that AFL P-based
GS and f were significantly correlated (r = 0.42, P < 0.001), thus the significance of this r value
suggested that the AFLP data may help to quantify, more accurately, the degree of relationship
between sugarcane cultivars.

6. Experts from France wondered about the reproducibility of AFLP technique among
laboratories. It also expressed concern that patent rights on AFLP techniques might limit their
availability for DUS testing. The experts aso noted that the study might be more useful to the
assessment of essential derivation than for DUS testing. The expert from Brazil explained that a
ring test had proved the repeatability of the technique used. The Technical Director of UPOV
clarified that the assessment of essentially derived varieties was, in principle, a matter to be
agreed between breeders rather than to be decided by the national authority.

7. Anexpert from France highlighted the results showing better precision when the parentage
was higher. An expert from Brazil explained that the work had been requested by breeders with
the aim of identifying the genetic distance between materials which might be used as parents for
the development of new varieties. At the request of the Chairman, Mrs. Lima explained that
work to identify microsatellites was underway. The expert from Australia recalled that
microsatellites had been developed through an international consortium and that
COPERSUCAR from Brazil was involved in this.

DNA Profiling in Sugarcane: Progress Toward Evaluation of SSR asa Tool (Austraia)

8.  Mr. Piperidis introduced document BMT-TWA/1/3. He explained that his presentation
was the continuation of the work presented in document BMT/7/6 “DNA Profiling in Sugarcane:
Implications for Varietal Protection”. The objective of the work was to develop standard
protocols for DNA profiling in sugarcane, which could ensure international reproducibility. He
clarified that the work was being carried out by 6 laboratories in different countries and that, at
that stage, alist of 20 varieties and 14 primer pairs had been agreed. Among the difficulties for
harmonization that he had encountered during the study, Mr. Piperidis noted: the quality of
scanned images; different size markers; incorrect scoring and data entry; scoring outside the
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expected range and; midabelling of varieties. As a requirement for standard protocols for
sugarcane he suggested the following criteria: primers with smple profiles; limit the range of
scoring markers and; the need to specify PCR components and conditions. It was noted that, as
well as it being important to have UPOV recognition of the technique once properly developed,
the industry placed great importance on the research. He concluded that more results were
expected by April 2003, when a sugarcane molecular biology workshop was scheduled in
Montpellier, France. During this workshop, it was planned that all interested groups would
discuss future directions for continuing this work toward harmonized protocols for DNA
profiling of sugarcane.

9. The Technical Director of UPOV noted that the general requirements of a standard
protocol for DNA profiling could be an issue for discussion a the BMT itself and the expert
from Denmark pointed out the usefulness of data validation for these purposes. Experts from
France supported the idea of harmonization and requested information about the assessment of
stability with these techniques. The expert from Australia replied that stability had not been
specificaly tested, but he reported that samples which had been taken from 10 different regions
had aways shown the same DNA profile. He added that, in the international experiment, each
country had used its own samples where possible, but in future experiments it might be more
useful to distribute common DNA extractions. He explained that the database which had been
developed at that moment included data from 110 cultivars. Experts from Denmark, France and
Germany expressed their interest in studying the correlation between molecular markers and
morphological characteristics, and it was agreed that the GAIA program could be used, when
available, to calculate morphologica distance in this analysis.

Future Work

10. Several experts considered that it was important to have an updated document explaining
in ssimple terms the methods for DNA profiling, and pointing out possible advantages and
disadvantages of each one for DUS purposes. An expert from Brazil explained that Brazilian
experts were in contact with Mr. Mike Cox (Australia) to set up a common set of varieties as
example varieties. The expert from Australia later explained that it was he, not Mike Cox, who
should be contacted to set up a common set of varieties as example varieties. It was also
proposed that Mrs. Lima and Mr. Piperidis make contact with the aim of testing both (AFLP and
SSR) techniques with the same set of varieties, once they had been established. Nevertheless he
considered that it was a lot of work and would not be ready before year 2004. Mr. Piperidis
supported the proposal and considered that both techniques could add something to the research.

Matters Arising from the 2002 Sessions of the Technica Working Parties,
Document TC/39/3

11. On the basis of discussions on the documents above, the Sugarcane Crop Subgroup
proposed the following future program of work:

(& UPQOV to produce an updated explanation and analysis of available molecular
methods, summarizing their advantages and disadvantages for use in DUS testing.

(b) the expert from Australia to prepare a draft standard protocol for the use of
molecular markers, to be submitted to the BMT. The requirements for a standard protocol
were likely to include: primers with simple profiles, limiting the range of scoring markers
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and the need to specify PCR components and conditions. The standard protocol would
also address issues such as: the scanning of images, different marker sizes; incorrect
scoring and data entry; scoring outside the expected range and; mislabeling of varieties.

() theexpertsfrom Australia and Brazil to study the correlation between morphol ogical
data and molecular markers, in the frame of an “Option 2" approach. The initia aim
would be to include 20-30 varieties representing the range of variation within UPOV and
for the samples to be obtained from a single source to minimize environmental variation.
It was hoped that it would be possible to include a pair(s) of varieties which were not
distinct on the basis of morphological characteristics. The study would use the GATA
software, to be provided by experts from France, for the assessment of phenotypic
distance;

(d) theexperts from Australia and Brazil to collaborate in the development of a common
set of example varieties for which morphological descriptions will be developed, to be
completed by 2004,

() subject to progress in the study of a possible “Option 2" approach, the Sugarcane
Crop Subgroup to hold another meeting in association with the thirty-second session of the
TWA to be held in Tsukuba, Japan, from September 8 to 12, 2003.

12. This report has been adopted by
correspondence.

[Annex follows]
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1-12, Brasilia 70043-900 (tel.. + 55 61 2182163, fax: + 55 61 2242842,
e-mail: mariacelia@agricultura.gov.br)

Maria Telza AVILA BASTOS (Ms.), Servico Naciona de Proteco de Cultivares (SNPC),
Ministério da Agricultura e do Abastecimento, Esplanada dos Ministérios, Bloco D, Anexo A,
Térreo, Salas 1-12, Brasilia 70043-900 (tel.: + 55 61 2182163, fax: + 55 61 2242842,
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fax: + 55 61 2242842, e-mail: veramachado@agricultura.gov.br)
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14001-970 Sao Paulo (tel. +55 16 621 1110, fax +55 16 637 2650, e-mail:
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Department, Centro de Biologia Molecular e Engenharia Genética (CBMEG), State
University of Campinas (UNICAMP), Cidade Universitaria “Zeferino Vaz’, CP 6010,
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Gerhard DENEKEN, Director, Danish Institute of Agricultural Sciences, Department of
Variety Testing, Ministry of Food, Agriculture and Fisheries, Postbox 7, Teglvaerksve 10,
Tystofte, 4230 Skaelskoer (tel.. +45 58 160601, fax: +45 58 160606, e-mail:
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Francoise BLOUET (Mrs), |Ingénieur de Recherchess, GEVES, La Miniere,
78285 Guyancourt Cédex (tel.. +33 1 3083 3582, fax: +33 1 3083 3678,
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MEXICO
Aquiles CARBALLO CARBALLO, Professor-Investigator, Colegio de Postgraduados (CP),

Km. 35.5 Carretera México-Texcoco, 56230 Montecillo (tel.: +52 55 5804 5900 ext. 1552,
fax: +52 55 5804 5962, e-mail: carballo@col pos.colpos.mx)

SPAIN

Luis SALAICES, Jefe de Area del Registro de Variedades, Oficina Espafiola de Variedades
Vegetales (OEVV), Ministerio de Agricultura, Pesca y Alimentacion (MAPA), Avda. de
Ciudad de Barcelona No. 6, 28007 Madrid (tel.: +34 91 3476712, fax: +34 91 3476703,
e-mail: |salaice@mapya.es)

1. OBSERVER

COMMUNITY PLANT VARIETY OFFICE

Anne WEITZ (Mrs)), Community Plant Variety Office (CPVO),
3, boulevard Marécha Foch, B.P. 2141, 49021 Angers Cedex 02 (tel.: +33 2 4125 6442,
fax: +33 2 4125 6410, e-mail: weitz@cpvo.eu.int)

I1l. OFFICER

Luis SALAICES, Chairman

V. OFFICE OF UPOV

Peter BUTTON, Technica Director, 34, chemin des Colombettes, 1211 Geneva 20,
Switzerland (tel. +41-22-338 8672, fax +41-22-733 03 36, e-mail: peter.button@upov.int,
http://www.upov.int)

Raimundo LAVIGNOLLE, Senior Counsdllor, 34, chemin des Colombettes, 1211 Geneva 20,

Switzerland (tel. +41-22-338 9565, fax +41-22-733 0336,
e-mail: raimundo.lavignolle@.upov.int, http://www.upov.int)
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