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l. Subject of these Guidelines

These Test Guidelines apply to all varieties of Papaver somniferum L. excluding
ornamental varieties.

II. Material Required

1.  The competent authorities decide when, where and in what quantity and quality the plant
material required for testing the variety is to be delivered. Applicants submitting material
from a State other than that in which the testing takes place must make sure that all customs
formalities are complied with. The minimum quantity of seed to be supplied by the applicant
in one or several samples should be:

100 g.
The seed should at least meet the minimum requirements for germination capacity, moisture
content and purity for marketing certified seed in the country in which the application is made.
The germination capacity should be as high as possible.
2.  The plant material must not have undergone any treatment unless the competent

authorities allow or request such treatment. If it has been treated, full details of the treatment
must be given.

I1l.  Conduct of Tests

1. The minimum duration of tests should normally be two similar growing periods.

2. The tests should normally be conducted at one place. If any important characteristics of
the variety cannot be seen at that place, the variety may be tested at an additional place.

3. The tests should be carried out under conditions ensuring normal growth. The size of
the plots should be such that plants or parts of plants may be removed for measurement and
counting without prejudice to the observations which must be made up to the end of the
growing period. Each test should include a total of 200 plants which should be divided
between two or more replicates. Separate plots for observation and for measuring can only be
used if they have been subject to similar environmental conditions.

4.  Additional tests for special purposes may be established.

I\VV. Methods and Observations

1. Unless otherwise indicated, all observations determined by measurement, weighting or
counting should be made on 40 plants or parts taken from each of 40 plants.

2.  For the assessment of uniformity a population standard of 2% with an acceptance
probability of at least 95% should be applied. In the case of a sample size of 200 plants, the
maximum number of off-types allowed would be 7.
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3. All observations of the stem should be made on the main stem of single spaced plants.

4.  All observations of the capsule should be made on the capsule of the main stem.

V. Grouping of Varieties

1.  The collection of varieties to be grown should be divided into groups to facilitate the
assessment of distinctness. Characteristics which are suitable for grouping purposes are those
which are known from experience not to vary, or to vary only slightly, within a variety. Their
various states of expression should be fairly evenly distributed throughout the collection.

2. It is recommended that the competent authorities use the following characteristics for
grouping varieties:

(@) Petal: color (characteristic 11)
(b) Petal: color of blotch (characteristic 15)
(c) Capsule: dehiscence (characteristic 26)
(d) Seed: color (characteristic 31)

VI. Characteristics and Symbols

1.  To assess distinctness, uniformity and stability, the characteristics and their states as in
the Table of Characteristics should be used.

2. Notes (numbers) for the purpose of electronic data processing, are given opposite the
states of expression for each characteristic.

3. Legend:

(*) Characteristics that should be used on all varieties in every growing period over which
the examinations are made and always be included in the variety descriptions, except
when the state of expression of a preceding characteristic or regional environmental
conditions render this impossible.

(+) See Explanations on the Table of Characteristics in Chapter VIII.
1)  The optimum stage of development for the assessment of each characteristic is indicated

by a number in the second column. The stages of development denoted by each number
are described at the end of Chapter VIII.
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VII. Table of Characteristics/Tableau des caractéres/Merkmalstabelle/Tabla de caracteres

Stage Example Varieties
Stade®  English francais deutsch espafiol Exemples Note/
Stadium Beispielssorten Nota
Estadio ¥ Variedades ejemplo
1. 2 Plant: diameter  Plante: diamétre Pflanze: Durch-  Planta: diametro
of rosette de la rosette messer der de la roseta
Rosette
small petit klein pequefio Kompolti torpe
medium moyen mittel mediano Edel-Rot, Marianne
large grand grof3 grande
2. 2 Rosette leaf: Feuille de la Rosettenblatt: Hoja de la roseta:
™ hairiness rosette: pilosit¢ ~ Behaarung vellosidad
absent absente fehlend ausente Cote d’or
present présente vorhanden presente Marianne
3. 2 Rosette leaf: Feuille de la Rosettenblatt: Hoja de la roseta:
* white spots rosette: taches weil3e Flecken manchas blancas
blanches
absent absentes fehlend ausentes Marianne
present présentes vorhanden presentes
4, 6 Plant: branching Plante: ramifi- Pflanze: Verzwei- Planta:
*) of stem cation de latige  gung des Triebes ramificacion del
(+) tallo
primary primaire primar primaria Kompolti torpe
secondary secondaire sekundar secundaria Edel-Rot
tertiary tertiaire tertiar terciaria
5. 6 Stem: length Tige: longueur Stengel: Lange Tallo: longitud
(+)
very short tres courte sehr kurz muy corto Kompolti torpe
short courte kurz corto
medium moyenne mittel medio Monako
long longue lang largo
very long trés longue sehr lang muy largo Niebieski
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6. Stem: anthocya- Tige: pigmenta-  Stengel: Antho-  Tallo: pigmen-
*) nin coloration tion anthocyani-  cyanfarbung tacion antocianica
(between capsule que (entre la (zwischen der (entre la capsulay
and upper stem  capsule et la Kapsel und dem la hoja maés alta
leaf) feuille la plus obersten Stengel- del tallo)
haute de la tige)  blatt)
absent absente fehlend ausente Kozmosz, Marianne
present présente vorhanden presente Kompolti térpe
7. Stem: hairiness  Tige: pilosité Stengel: Behaa-  Tallo: vellosidad
(as for 6) (comme pour 6)  rung (wie unter 6) (como para 6)
absent or very nulle ou tres faible fehlend oder sehr  ausente o muy Santa flora
weak gering débil
weak faible gering débil Kompolti térpe
medium moyenne mittel media
strong forte stark fuerte Edel-Weiss
very strong tres forte sehr stark muy fuerte Edel-Rot
8. Stem leaf: hue of Feuille sur la tige: Stengelblatt: Ton Hoja del tallo:
green color teinte de lacou-  der griinen Farbe matiz del color
(upper side) leur verte (partie (Oberseite) verde (haz)
supérieure)
absent absente fehlend ausente Magik
yellowish jaunatre gelblich amarillento Rosemarie
bluish bleuatre blaulich azulado Kozmosz
9. Stem leaf: wax-  Feuille sur la tige: Stengelblatt: Hoja del tallo:
iness glaucescence Bereifung cerosidad
absent or very absente ou trés fehlend oder sehr  ausente o muy débil
weak faible gering
weak faible gering débil Rosemarie
medium moyenne mittel media Edel-Weiss
strong forte stark fuerte
very strong tres forte sehr stark muy fuerte Kozmosz
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10. Stem leaf: type of Feuille sur la tige: Stengelblatt: Typ Hoja del tallo:
*) incisions of type d'incisions  der Randein- tipo de incisiones
(+) margin du bord schnitte del borde
serrate dentelées geségt serradas Monako
biserrate en double scie doppelt gesagt biserradas Keops
11. Petal: color Pétale: couleur Blutenblatt: Pétalo: color
*) Farbe
white blanc weil} blanco Marianne
pink rose rosa rosa Rosemarie
red rouge rot rojo Edel-Rot
violet violet violett violeta Kozmosz
12. Petal: intensity of Pétale: intensité  Blutenblatt: Pétalo: intensidad
color (white va-  de la couleur Intensitat der del color (exclui-
rieties excluded) (variétés blanches Farbe (ohne weiRe das las variedades
exclues) Sorten) blancas)
light claire hell claro
medium moyenne mittel medio
dark foncée dunkel oscuro
13. Petal: blotch Pétale: tache Blutenblatt: Typ Pétalo: mancha
™ des Flecks
absent absente fehlend ausente
present présente vorhanden presente Marianne
14. Petal: type of Pétale: type de Blutenblatt: Typ Pétalo: tipo de
(+) blotch tache des Flecks mancha
entire blotch tache entiére massiver Fleck en blogque Marianne, Rosemarie
band en bande Streifen en banda

radial stripes

striée rayonnante

radiale Streifen

franjas radiales
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15. 4 Petal: color of Pétale: couleur de Bliitenblatt: Pétalo: color de la
*) blotch la tache Farbe des Flecks mancha
white blanche weild blanco
red rouge rot rojo
violet violette violett violeta Kozmosz, Marianne
16. 4 Petal: intensity of Pétale: intensité  Blitenblatt: Pétalo: intensidad
violet color of de la couleur Intensitét der del color violeta
blotch violette de la tache Violettfarbung de la mancha
des Fleckes
light claire gering claro Rosemarie
medium moyenne mittel medio Marianne
dark foncée dunkel oscuro Keops
17. 4 Petal: incisions Pétale: incisions  Bliitenblatt: Pétalo: incisiones
*) Einschnitte
absent absentes fehlend ausentes Marianne
present présentes vorhanden presentes
18. 4 Petal: type of Pétale: type Blutenblatt: Typ Pétalo: tipo de
*) incisions d’incisions der Einschnitte  incisiones
(+)
sinuate sinueuses gebuchtet sinuosas
serrate dentelées geségt serradas
laciniate lacérées gelappt laciniadas
19. 4 Filament: color ~ Filament: couleur Staubfaden: Filamento: color
*) Farbe
white blanc weil blanco Marianne
light violet violet clair hell violett violeta claro
blackish presque noir fast schwarz negruzco Zeno
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20. Capsule: waxiness Capsule: glauces- Kapsel: Bereifung Capsula: cerosi-
cence dad
absent or very absente ou tres fehlend oder sehr  ausente 0 muy Gerlach, Opal
weak faible gering deébil
weak faible gering debil
medium moyenne mittel media Edel-Rot, Edel-Weiss
strong forte stark fuerte
very strong tres forte sehr stark muy fuerte Kozmosz
21. Capsule: shape of Capsule: forme de Kapsel: Form des Cépsula: forma de
(+) longitudinal la section longi-  Langsschnitts la seccién longi-
section tudinale tudinal
flattened aplatie abgeflacht aplanada
rectangular rectangulaire rechteckig rectangular Kék Gemona
circular circulaire kreisférmig circular
elliptic elliptique elliptisch eliptica Kompolti térpe, Santa flora
broad elliptic elliptique large breit elliptisch eliptica ancha Monako
pear shaped forme de poire birnférmig forma de pera Opal
22, Capsule: shape of Capsule: forme de Kapsel: Form der Capsula: forma de
™) base la base Basis la base
(+)
pointed pointue spitz puntiaguda Kompolti térpe
flat plate flach plana Kék Gemona
recessed déprimée eingesenkt deprimida Edel-Rot
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23. Capsule: length  Capsule: longueur Kapsel: Lange Cépsula: longitud
(+) (from base to (de la base au (von der Basis (de la base al disco
stigmatic disc) disque stigma- zur stigmatischen estigmatico)
tique) Scheibe)
very short trés courte sehr kurz muy corta
short courte kurz corta Kompolti térpe
medium moyenne mittel media Edel-Rot
long longue lang larga
very long treés longue sehr lang muy larga Orias Kék
24, Capsule: diameter Capsule: diamétre Kapsel: Durch-  Capsula: didmetro
messer
very small tres petit sehr klein muy pequefio Kompolti térpe
small petit klein pequefio
medium moyen mittel medio BC-2
large large grof3 grande
very large tres large sehr grof3 muy grande Orias Kék
25. Capsule: ribbing Capsule: cotes Kapsel: Rippung Capsula: acos-
tillado
absent or very nulles ou tres fehlend oder sehr  ausente 0 muy Kompolti M
weak faibles gering deébil
weak faibles gering debil
medium maoyennes mittel medio Monako
strong fortes stark fuerte
very strong tres fortes sehr stark muy fuerte Gerlach, Magik
26. Capsule: dehis-  Capsule: déhis-  Kapsel: Dehiszenz Capsula: dehis-
™) cence cence cencia
)

indehiscent

dehiscent

indéhiscente

déhiscente

indehiszent

dehiszent

indehiscente Kék Gemona

dehiscente Edel-Rot
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27. 6 Stigmatic disc: Disque stigmati-  Stigmatische Disco estigmatico:
*) shape que: forme Scheibe: Form forma
(+)
vessel-like en vaisseau gefalartig en vasija Edel-Rot, Orias Kék
dish-like en assiette tellerférmig en plato
flat aplatie flach plano Kompolti M
conical légérement conique leicht kegelférmig ligeramente conico Kompolti tdrpe
pagoda-like en pagode pagodenformig en forma de pagoda BC-2
28. 6 Stigmatic disc: Disque stigma- Stigmatische Disco estigmatico:
number of lobes  tique: nombre de Scheibe: Anzahl  nudmero de I6bulos
lobes Lappen
few faible gering pocos Kompolti térpe
medium moyen mittel medio Rosemarie
many grand grof3 muchos Orifas Kék
29. 6 Stigmatic disc: Disque stigma- Stigmatische Disco estigmatico:
™) surface of lobes  tique: surface des Scheibe: Ober- superficie de los
(+) lobes flache der Lappen l6bulos
smooth lisse glatt lisa
ribbed cotelée gerippt acanalada Orias Kék
30. 6 Stigmatic disc: Disque stigma- Stigmatische Disco estigmatico:
*) apex of lobe tique: sommet des Scheibe: Spitze  &pice del I6bulo
(+) lobes der Lappen
pointed aigu spitz puntiagudo
rounded arrondi abgerundet redondeado
rectangular rectangulaire rechteckig rectangular BC-2, Magik
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31. Seed: color Semence: couleur Samen: Farbe Semilla: color
(*)
white blanche weild blanca Albin
ochre ocre ockerfarben ocre
brown brune braun marrén
pink rose rosa rosa
grey grise grau gris Kompolti térpe
bluish bleuatre bléulich azulada Rosemarie
32. Time of flowering Epoque de flo- Zeitpunkt der Epoca de la flora-
raison Blute cion
very early trés précoce sehr frih muy temprana Kompolti térpe
early précoce frih temprana Monako
medium moyenne mittel media Edel-Weiss
late tardive spat tardia Lazur
very late trés tardive sehr spat muy tardia Libra
33. Capsule: mor- Capsule: teneur  Kapsel: Morphin- Capsula: con-
(+) phine content en morphine gehalt tenido de morfina
very low tres faible sehr gering muy bajo Przemko
low faible gering bajo Marianne
medium moyenne mittel medio Kompolti M.
high forte stark alto Lomadon
very high tres forte sehr stark muy alto
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34. Capsule: codeine Capsule: teneur  Kapsel: Kodein-  Capsula: con-
(+) content en codéine gehalt tenido de codeina
very low tres faible sehr gering muy bajo Kompolti M., Marianne
low faible gering bajo Lomadon
medium moyenne mittel medio
high forte stark alto Monako
very high tres forte sehr stark muy alto
35. Capsule: thebaine Capsule: teneur  Kapsel: Thebain- Capsula: con-
(+) content en thébaine gehalt tenido de tebaina
none or very low  nulle ou trés faible feh!end oder sehr  ausente 0 muy bajo Kompolti M., Marianne
gering
low faible gering bajo Monako
medium moyenne mittel medio Lomadon
high forte stark alto
very high tres forte sehr stark muy alto
36. Capsule: narco-  Capsule: teneur  Kapsel: Narkotin- Capsula: conte-
(+) tine content en narcotine gehalt nido de narcotina

none or very low

low
medium
high

very high

nulle ou tres faible

faible

moyenne

forte

tres forte

fehlend oder sehr
gering

gering
mittel
stark

sehr stark

ausente 0 muy bajo

bajo
medio
alto

muy alto

Kompolti M., Lomadon,
Mariane

Godi N

Kék Gemona
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VIII. Explanations on the Table of Characteristics

Ad. 4 and 5: Plant: branching of stem (4). Stem: length (5)

e .
— primary
main stem :
length of the
main stem
secondary (up to the node
of the receptacle
below the capsule)
tertiary

primary

Ad. 10: Stem leaf: type of incisions of margin

1 2
serrate biserrate
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Ad.14: Petal: type of blotch

entire blotch

radial stripes
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Ad. 18: Petal: type of incisions
f\wﬁ‘
¥ D,
4\ N '1/}
7
\,f
1 2
sinuate serrate
Ly
3

laciniate
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Ad. 21: Capsule: Shape of longitudinal section

S,
e
Q ﬂ-
1 2 3
flattened rectangular circular
4 5 6

elliptic broad elliptic pear shaped
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Ad. 22 and 23: Capsule: shape of base (22), length (from base to the stigmatic disc) (23)

length

pointed flat recessed

Ad. 26: Capsule: dehiscence

For the observation of dehiscence the capsule should be held upside-down and shaken.
If seeds do not fall out, the capsule is indehiscent (1). If seeds fall out, the capsule is
dehiscent (2).

Ad. 27: Stigmatic disc: shape

AN T

1 2
vessel-like dish-like
3
flat

4 5
conical pagoda-like
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Ad. 29: Stigmatic disc: surface of lobes

N

DT

smooth

ribbed

Ad. 30: Stigmatic disc: apex of lobe

pointed rounded

rectangular
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Ad. 33-36: Capsule: determination of alkaloid contents: morphine, codeine, thebaine and
narcotine

1. Sample preparation

An average sample characteristic of the variety (20 main capsules with a 10 cm stem
section) should be ground to a grain size of 1-1.5 mm using a hammer mill, after which it
should be homogenized to an average sample by thorough mixing.

2. Determination of morphine and codeine, thebaine and narcotine by high performance
liguid chromatography (HPLC)

2.1 Preparation of the sample solution

For every variety three individual sample solutions are prepared and analyzed: Weigh 5
g of ground capsule material (1) in a 250 ml Erlenmeyer flask. Add to it 100 ml 0.1 N
hydrochloric acid.

After mixing, the contents of the flask are extracted for an hour with frequent shaking,
then poured into a Biichner funnel lined with filter paper and sucked into a 300 ml suction
flask using a vacuum. The capsule material remaining in the funnel is returned quantitatively
to the extracting flask and re-extracted for half an hour with 50 ml 0.1 N hydrochloric acid.
The extract is sucked into the previous filtrate. The extracting flask is rinsed out several times
with a total of 50 ml 0.1 N hydrochloric acid. The acid is poured from the flask into the filter
to dissolve the drug and the washing liquid is sucked into the extract with a vacuum. The
united filtrate is transferred from the suction flask to a 250 ml volumetric flask and filled to
volume with 0.1 N hydrochloric acid. The sample is homogenized by shaking.

A 50 ml aliquot of the extract is pipetted into a 250 ml separatory funnel and the pH is
adjusted to 9.0-9.5 with the aid of concentrated ammonia solution. The alkalized solution is
then shaken with 3 x 50 ml Rasmussen mixture (chloroform: isopropanol = 3:1).

After each extraction the solvent phase is separated into a 500 ml spherical flask through
a funnel, containing water-free sodium sulfate. Finally, the sodium sulfate is rinsed with a
few ml of solvent mixture. The united extract is evaporated using a rotating vacuum
evaporating device (e.g. Rotadest) in a water bath at 40-50° C. The dry residue is dissolved in
5 or 10 ml methanol, depending on the expected morphine content of the capsule. The
solution is filtered through Millipore paper with a pore size of 0.45 um and put into ampoules.
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2.2 Preparation of the standard solution

2.2.1 Standard solution (codeine, thebaine and narcotine)

Using alkaloids of known active agent content, quantities equivalent to the following
anhydrous alkaloid base are weighed into a 50 ml volumetric flask:

codeine:  50.0 mg

thebaine: 10.0 mg

narcotine: 40.0 mg

The alkaloids are dissolved in methanol and the flask is filled to the mark with
methanol.

2.2.2 Standard solution (morphine, codeine, thebaine and narcotine)

About 100.0 mg of morphine HCI with a known base content is weighed into a 50 ml
solumetric flask and dissolved in methanol. 5.0 ml of the standard associate alkaloid solution
(2.2.1) is pipetted into the solution, which is then filled to the mark with methanol.

2.3 HPLC analysis

The material is analyzed from three independent sample solutions. Each sample
solution (2.1) is injected twice. Two standard solutions (2.2.2) are prepared, one of which is
injected at least five times to confirm the precision of the system. The relative standard
deviation calculated from the response signals of the individual peaks should have a
maximum value of 1.5.

2.3.1 Equipment

Any suitable liquid chromatograph system can be used that is equipped with the
following:

adjustable wavelength UV detector
10-200 pl injector

gradient programmer

integrator



TG/166/3
Opium/Seed Poppy, 99-03-24
-22-

2.3.2 Conditions

Column: Lichrosorb SI-100: 5 um, 200 mm x 4.6 mm.

Mobile phase: ~ A: mixture of  n-hexane: 625 ml
methanol: 225 ml
chloroform: 150 ml
diethylamine: 1ml
B: n-hexane

The ratio of mobile phases A and B is adjusted so that the peak resolution value between
neighboring peaks is at least 1.5.

Flow rate: 2 ml/min

Column temperature: 40°C

Detection: 286 nm

Injected volume: 10 pl
2.3.3 Evaluation

The indicative retention times in case of %B=60 are the following:

narcotine: 2.1 min.
thebaine: 3.3 min.
codeine: 6.2 min.
morphine: 12.0 min.

The alkaloid contents are calculated using the following correlation:

rmxmst

X 1000 (%o)
rst X mm

where r,:  peak area of the alkaloid in question in the sample solution
rs.  peak area of the alkaloid in question in the standard solution (2.2.2)
mm: amount of capsule material in the sample solution (mg/ml)
ms: concentration of the alkaloid in question in the standard solution (2.2.2)
(mg/ml)
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Key for the growth stages

Seedling (5-10 days after emergence)

10-12 true leaves stage (prior to internode elongation)

Time of flowering (when the first flower opens on the main stem at 30% of the plants)
Full blossom (when the first flowers at the main stem bloom at 80% of the plants).
10-14 days after the petals drop down (of primary (main) capsule).

Mature (dry capsule stage).

SourwbhE
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X.  Technical Questionnaire

Reference Number
(not to be filled in by the applicant)

TECHNICAL QUESTIONNAIRE
to be completed in connection with an application for plant breeders’ rights

1. Species Papaver somniferum L.

OPIUM/SEED POPPY

2. Applicant (Name and address)

3. Proposed denomination or breeder’s reference
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4.

Information on origin, maintenance and reproduction of the variety




TG/166/3
Opium/Seed Poppy, 99-03-24
27-

5.

Characteristics of the variety to be indicated (the number in brackets refers to the

corresponding characteristic in Test Guidelines; please mark the state of expression which
best corresponds).

5.1
(4)

5.2
(11)

5.3
(15)

5.4
(22)

55
(26)

Characteristics

Plant: branching of stem

primary
secondary
tertiary

Petal: color

white
pink
red
violet

Petal: color of blotch

white
red
violet

Capsule: shape of base

pointed
flat

recessed

Capsule: dehiscence

indehiscent

dehiscent

Example Varieties

Kompolti térpe

Edel-Rot, Santa flora

Marianne
Rosemarie
Edel-Rot

Kozmosz

Kozmosz, Marianne

Kompolti térpe
Kék Gemona

Edel-Rot

Kék Gemona

Edel-Rot

Note

1]
2[]
3[ ]

1]
2[]
3[]
4[]

1]
2[]
3]

1]
2[]
3[]

1]
2[]
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Characteristics Example Varieties Note
5.6 Seed: color
@31)
white Albin 1[ ]
ochre 2[ ]
brown 31
pink 4 ]
grey Kompolti térpe 5[]
bluish Rosemariw 6[ ]

6. Similar varieties and differences between these varieties

Denomination of Characteristic in State of expression State of expression of
similar variety which the similar of similar variety candidate variety
variety is different

o In the case of identical states of expressions of both varieties, please indicate the size of

the difference.
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7. Additional information which may help to distinguish the variety

7.1 Resistance to pests and diseases

7.2 Special conditions for the examination of the variety

(@) Growing season:
—  spring
- summer
— autumn
—  winter

(b) Other conditions

7.3 Capsule: morphine content (Characteristic 33)

- verylow
- low
- medium
—  high
- very high

7.4 Other information

Example Varieties

Przemko
Marianne
Kompolti M.
Lomadon

1 ——r—

1

e ] b eed

e b b ] b
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Authorization for release

(@ Does the variety require prior authorization for release under legislation
concerning the protection of the environment, human and animal health?

Yes [] No []

(b) Has such authorization been obtained?

Yes [] No []

If the answer to that question is yes, please attach a copy of such an authorization.

[End of document]






