Pollen and Pistil Features Involved in the Reproductive Biology of the
Olive (Olea europaea L.)

M.I. Rodriguez-Garcia, J.D. Alché, A.J. Castro, C.G. Suarez and J.D. Rejon
Department of Biochemistry, Cell and Molecular Biology of Plants
Estacion Experimental del Zaidin (CSIC)

Profesor Albareda 1, 18008, Granada

Spain

Abstract

The structural and cellular features involved in pollen-pistil interaction in the
olive and how these features might affect the system of compatibility/incompatibility
in this species have been studied in this work. We have paid special attention to
establish the chronogram and the stages of the sexual reproductive cycle of the olive
and to analyze the mature pollen and pistil features involved in pollen-pistil
interaction.

INTRODUCTION

In general the sexual reproductive cycle of angiosperm species is well known
specially in model plants like Nicotiana, Mays, Petunia or Arabidopsis. The reproductive
biology of many fruit species (like almond, apricot, peach, kiwifruit, pear and others) has
also been well studied (Egea et al., 1991; Gonzalez et al., 1995; Herrero, 1992; Herrero
and Arbeloa, 1989; Yi et al., 2006). In spite of the enormous agronomical implications of
fertilization in the olive for fruit formation, relatively little attention has been paid to the
study of the reproductive biology in this species (Ateyyeh et al., 2000; Rapoport, 2001;
Reale et al., 2006). Self-incompatibility in the olive is still an open question and a matter
of discussion (Cuevas, 2005; Diaz et al., 2006). In our opinion a deep knowledge of the
reproductive processes that takes place in this species is necessary to elucidate the current
discussion about self-compatibility or incompatibility on the olive.

The aim of this study was to decipher the role of pollen-pistil interactions on the
success of the olive fruit formation. However, to answer this open question, it is essential
to have a good knowledge on the sexual reproductive cycle, the structures, cellular
organization and behavior of the male and female organs on the flower during the
progamic phase. These data will help us to proceed to a molecular and proteomic
approach that will assist us to address this issue.

MATERIAL AND METHODS

Perfect flowers from olive trees (Olea europaea L.) ‘Picual’, grown in the
province of Granada (Spain) were gathered periodically during the months of April to
June, between 2004 and 2010. To characterize the different developmental stages of the
flower a binocular microscope was used and the visualized images were captured as
photomicrographs with a digital camera. We have defined successive floral stages based
on external appearance, and correlated anther and pistil morphogenesis with those stages.
Since flowering is a continuous process it was necessary to set up morphological markers
to discriminate the different steps of the course time studied. The selected markers were
easy to be observed and discerned in the different flower stages, such as the position and
color of petals, sepals, turgidity and dehiscence of the anthers, presence of pollen on the
stigma, and petals falling.

Isolated anthers and pistils were fixed in 4% paraformaldehyde and 2%
glutaraldehyde 0.25% with 0.1 M cacodylate buffer at pH 7.5 overnight at 4°C,
dehydrated and embedded in Unycril or Epon resin to be studied by LM after toluidine
blue staining or specific staining to identify carbohydrates or lipids and also to analyse at
transmission electron microscope (TEM) level. Photomicrographs were captured with a
digital camera from images visualized with a Zeiss Standard microscope (Carl Zeiss,
Oberkochen, Germany) or with a TEM JEM-1011 (JEOL, Japan). Immunocytochemistry
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techniques were used to localize pectins and AGPs. For this purpose, several antibodies,
(JIM 5, JIM 7, and JIM 13) which are able to recognize specific epitopes, have been used.

RESULTS AND DISCUSSION

The chronogram of the olive sexual reproduction cycle was studied (Fig. 1). The
gathering of the samples started when it was possible to manipulate the small green buds
to separate the anthers (the tiny floral green buds were covered by the calyx). The
collection continued every 2 days until the petals fell. The collection of the pistils was
possible when the anthers were just at the tetrad microspore stage. Overall the
reproductive cycle lasted for about 5 to 6 weeks depending on the year; the longer period
of time is budding development (about a month), coinciding with the formation of the
reproductive organs. Anther development begins first followed by pistil formation, once
the meiosis of the pollen mother cells is completed. This may be the reason why the
imperfect flowers show always anthers and no female organs. The anthesis or flower
opening is the shortest period and lasts only between 3 to 5 days, like the post-anthesis
stage.

The mature olive pollen grains (Fig. 2) are covered by a reticulated exine with
three apertures, type colpus (Fernandez and Rodriguez-Garcia, 1988); they are bicellular
and contain a large amount of oil bodies as storage material (Rodriguez-Garcia et al.,
2003), which allows withstanding the dehydration caused by high temperatures and to
have a long life span. Olive pollen contains a lot of proteins, most of them with an
allergenic character but their main function is related to pollen-pistil interaction (Alché et
al., 1999; Barral et al., 2005; Morales et al., 2008).

Lipids and proteins are present in the pollen coat (Fig. 3), which together with the
lipid components of the stigmatic exudates has been suggested to be involved in the
adhesion, hydration and germination of pollen grains on the stigma (Lord, 2003; Murphy,
2006; Wolters-Ars et al., 2002). They are also germinated easily in vitro, which allows to
analyze the dynamics and behaviour of pollen tube germination (M ‘rani-Alaoui, 2000;
Majewska-Sawka et al., 2002). Pectins and AGPs have also been immunolocalized on the
pollen grain and the pollen tube, showing a specific localization at the pollen cell wall, the
aperture and the apex of the pollen tube (Suarez, 2009).

Light and transmission electron microscopy was used to provide the first
comprehensive description of the tissue and cellular modifications of the pistil from pre-
anthesis through the anthesis and post-anthesis events in the olive tree. The olive pistil
structures cannot be considered completely mature and ready for pollination and
fertilization until just at the onset of anthesis. The olive pistil is composed of a bilobed
wet stigma coated by multicellular papillae, a solid style and a bilocular ovary containing
four ovules (Serrano et al., 2008). A high amount of stigmatic exudates is observed during
anthesis. Stigmatic receptivity is considered optimal when the olive flower is completely
open and anthers are turgid and still not dehiscent. The stigmatic secretion of the olive has
a heterogeneous composition including carbohydrates, lipids and proteins. Some of these
proteins correspond to non specific esterases (esterase activity has been determined on the
stigma, data not published). The funnel-shaped and the continuity of the subpapilar
stigmatic tissue and the style transmitting tissue (Fig. 4) should play a role to regulate the
passing of the numerous pollen grains germinating and growing through the stigma
towards the style: many of the germinated pollen grains stop their growth in the funnel
region and a few of them reach the style; finally only one or two pollen tubes fertilise the
ovules. The access from the transmitting tissue to the ovary does not present any
specialized structure (e.g. obturator, ponticulus) regulating the pollen tube entrance as
described in other species (Martinez-Pallé and Herrero, 1995; Herrero and Hormaza,
1996).

After pollination we observe degradation of the papillae on the top of the stigma.
The stigma senescence progresses with petal abscission, and, finally, the style is also
degraded (Fig. 4). The stigma and style senescence occurred always regardless of the
fertilization process being successful or not.
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According to the scientific literature (Frankling-Tong et al., 1994; Cheung, 1996)
the pollen and pistil features that have been associated with the gametophytic self-
incompatibility system (GSS) are: bicellular pollen grains with a high amount of storage
substances, easy to germinate in vitro and with a long life span, and the pistil should have
a humid stigma coated by extracellular exudates, a solid funnel-shaped style and
continuity between the subpapilar stigmatic tissue and the style transmitting tissue. Our
results show that pollen grains and pistils of olive present all these features and, therefore,
we postulate the existence of a GSS in the olive. The next step is to obtain molecular
evidence (e.g. the identification and characterization of S-RNases) to prove this
hypothesis. For this purpose, we have initiated a research program to identify proteins
from the stigmatic exudates on a large scale using proteomic techniques. Another goal, in
which we are interested, is the study of macromolecules involved in the signaling
processes taking place during the pollen-pistil interactions.

ACKNOWLEDGEMENTS

This work was supported by the “Consejeria de Innovacion, Ciencia y Tecnologia
de la Junta de Andalucia” and Fondo Europeo de Desarrollo Regional (FEDER) in the
frame of the Proyecto P06-AGR-01791 and Grupo de Investigacion BIO283. The authors
would like to thank Dr Hava Rapoport for her helpful comments and discussion
concerning the female organs, and to Conchita Martinez for her skillful technical
assistance.

Literature Cited

Alchg, J.D., Castro, A.J., Olmedilla, A., Fernandez, M.C., Rodriguez, R., Villalba, M. and
Rodriguez-Garcia, M.I. 1999. The major olive pollen allergen (Ole e I) shows both
gametophytic and sporophytic expression during anther development, and its synthesis
and storage takes place in the RER. J. Cell Sci. 112:2501-25009.

Ateyyeh, A.F., Stosser, R. and Qrunfleh, M. 2000. Reproductive biology of the olive
(Olea europaea L.) cv. ‘Nabali Baladi’. J. Appl. Bot. 74:255-270.

Barral, P., Suarez, C., Batanero, E., Alfonso, C., Alché, J.D., Rodriguez-Garcia, M.1.,
Villalba, M., Rivas, G. and Rodriguez, R. 2005. An olive pollen protein with
allergenic activity, Ole e 10, defines a novel family of carbohydrate binding modules
and is potentially implicated in pollen germination. Biochem. J. 390:77-84.

Cheung, A.Y. 1996. Pollen-pistil interactions during pollen tube growth. Trends Plant Sci.
1:45-51.

Cuevas, J. 2005. Autoincompatibilidad polen-pistilo. p.301-308. In: L. Rallo, D.
Barranco, J.M. Caballero, C. Del Rio, A. Martin, J. Tous and I. Trujillo (eds.),
Variedades de Olivo en Espafia. Junta de Andalucia, MAPA y Ediciones Mundi-
Prensa, Madrid.

Diaz, A., De la Rosa, R., Martin, A. and Rallo, P. 2006. Development, characterization
and inheritance of new microsatellites in olive (Olea europaea L.) and evaluation of
their usefulness in cultivar identification and genetic relationship studies. Tree Genet.
Genom. 2:165-175.

Egea, J., Burgos, L., Garcia, J.E. and Egea, L. 1991. Stigma receptivity and style
performance in several apricot cultivars. J. Hort. Sci. 66:19-25.

Fernandez, M.C. and Rodriguez-Garcia, M.I. 1988. Pollen wall development in Olea
europaea L. New Phytol. 108:91-99.

Franklin-Tong, V.E., Lawrence, M.J. and Franklin, F.C. 1994. The molecular and cellular
biology of gametophytic self-incompatibility in Papaver rhoeas. p.42-64. In: E.G.
Williams, A.E. Clarke and R.B. Knox (eds.), Genetic control of self incompatibility
and reproductive development in flowering plants. Kluwer Publishers, Dordrecht.

Gonzalez, M.V., Coque, M. and Herrero, M. 1995. Stigmatic receptivity limits the
effective pollination period in kiwifruit. J. Amer. Soc. Hort. Sci. 120:199-202.

Herrero, M. 1992. From pollination to fertilization in fruit trees. Plant Growth Reg. 11:27-
32.

85



Herrero, M. and Arbeloa, A. 1989. Influence of the pistil on pollen tube kinetics in peach
(Prunus persica). Am. J. Bot. 76:1441-1447.

Herrero, M. and Hormaza, J.I. 1996. Pistil strategies controlling pollen tube growth. Sex.
Plant Reprod. 9:43-347.

Lord, E.M. 2003. Adhesion and guidance in compatible pollination. J. Exp. Bot. 54:47-54.

Majewska-Sawka, A., Fernandez, M.C., M rani-Alaoui, M., Miinster, A. and Rodriguez-
Garcia, M.I. 2002. Cell wall reformation by pollen tube protoplasts of olive (Olea
europaea L.): structural comparison with the pollen tube wall. Sex. Plant Reprod.
15:21-29.

Martinez-Pallé, E. and Herrero, M. 1995. The ponticulus: a structure bridging pollen tube
access to the ovule in Pistacia vera. Sex. Plant Reprod. 8:217-222.

Morales, S., Jiménez-Lopez, J.C., Castro, A.J., Rodriguez-Garcia, M.I. and Alché, J.D.
2008. Olive pollen profilin (Ole e 2 allergen) co-localizes with highly active areas of
the actin cytoskeleton and is released to the culture medium during in vitro pollen
germination. J. Microscopy 231:332-341.

M’Rani-Alaoui, M. 2000. Estudio a nivel celular de la germinacion, emision y elongacion
del tubo polinico en el olivo (Olea europaea L.). Tesis doctoral. Universidad de
Granada, Spain.

Murphy, D.J. 2006. The extracellular pollen coat in Brassicaceae: composition,
biosynthesis and functions in pollination. Protoplasma 228:31-39.

Rapoport, H.F. 2001. Botanica y morfologia. p.37-62. In: D. Barranco, R. Fernandez-
Escobar and L. Rallo (eds.), El cultivo del olivo. Junta de Andalucia, Ediciones Mundi
Prensa, Madrid.

Reale, L., Sgromo, C., Bonofiglio, T., Orlandi, F., Fornaciari, M., Ferranti, F. and
Romano, B. 2006. Reproductive biology of olive (Olea europaea L.) DOP Umbria
cultivars. Sexual Plant Reproduction 19:151-161.

Rodriguez-Garcia, M.I., M'Rani-Alaoui, M. and Fernandez, M.C. 2003. Behavior of
storage lipids during pollen development and pollen grain germination of olive (Olea
europaea L.). Protoplasma 221:237-244.

Serrano, 1., Suarez, C., Olmedilla, O., Rapoport, H.F. and Rodriguez-Garcia, M.1. 2008.
Structural organization and cytochemical features of the pistil in the olive (Olea
europaea L.) cv. Picual at anthesis. Sex. Plant Reprod. 21:99-111.

Suarez, C. 2009. Ultrastructural and histochemical characterization of the pistil during the
progamic phase and involvement of pectins and AGPs in pollen-pistil interaction in
the olive. Tesis doctoral. Universidad de Granada, Spain.

Wolters-Arts, M., Van der Weerd, L., Van Aelst, A.C., Van der Weerd, J., Van As, H. and
Mariani, C. 2002. Water-conducting properties of lipids during pollen hydration. Plant
Cell Environ. 25:513-519.

Yi, W., Law, S.E., Mccoy, D. and Wetzstein, H.Y. 2006. Stigma development and
receptivity in almond (Prunus dulcis). Ann. Bot. 97:57-63.

86



L8

Figures

APRIL MAY

IIIIIIIIIIIIIIIIFlIlIlIlIlIlIlIlIlIlIlIlI "TCEEEEC EEEE

111111111

| Anther development

iR

I Pistil development |

Fig. 1. Chronogram of the sexual reproductive cycle in the olive tree.




Fig. 2. Bicellular pollen grains of olive. A) The pollen wall is composed by a thick, well
structured exine with 3 apertures; B) after staining with DAPI, two nuclei are
observed, the brighter corresponding to the generative (g) nucleus; C) section of a
bicellular pollen grain at the TEM where it is possible to distinguish both nuclei.
The generative nucleus presents large patches of heterochromatin. GN=generative
nucleus; VN=vegetative nucleus; st = starch.

Fig. 3. Scanning electron microscope photomicrography showing the surface of two olive
pollen grains (pg). The exine is reticulate and highly sculpted. A pollen coat
proceeding from the tapetum is deposited between the exine arcades.
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Fig. 4. Pistil sections of olive with different stains showing different tissues of the style: stigma, style and ovary; the inner stigmatic cells
are continuous with the central transmitting tissue which terminates in the ovary, without any specialized structure on the path gate
of the ovary. A) Toluidine blue staining; B) PAS staining; C) Sudan Black staining; C) Localization of sterified pectins by

immunofluorescence. S=stigma; tt=transmitting tissue; ov=ovary; pp=papillae; vb=vascular bound; cu=cuticle; me=mesocarp;
en=endocarp.
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