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Developmental Phase Transitions in Norway Spruce. A Molecular
Approach to Identify Regulatory Mechanisms

Abstract

Plant development proceeds through distinct phases that are controlled by complex
networks of regulatory genetic circuits and fine-tuned by environmental and
endogenous cues. Many of these regulatory networks have been unraveled in annual
and perennial angiosperms, while they remain predominantly unknown in ecologically
and economically important gymnosperm species such as the conifers.

By assessing global gene expression profiles during early somatic embryo
development in Norway spruce we identified transcripts potentially associated with the
transition from the embryonal to the vegetative phase. A conifer transcript (PaHAP3A)
homologous to LEAFY COTYLEDONI! (LECI), a well-known master regulator of
Arabidopsis embryogenesis, was characterized. PaHAP3A is active during early
embryo development and is down-regulated during embryo maturation. Overexpression
of PaHAP3A during embryo maturation causes differentiation of ectopic embryos.
Together, our results support sub- and/or neofunctionalization between angiosperm and
gymnosperm LECI-type genes. Global inhibition of histone deacetylase (HDAC)
action during embryo maturation alters the patterns of embryonic gene expression and
arrests the maturation progression, while HDAC inhibition during germination retains
the embryogenic potential.

In the naturally occurring, early cone-setting Norway spruce mutant acrocona,
vegetative shoots typically display a transition from vegetative to female identity. By in
situ hybridization assays, expression patterns of previously identified and novel
MADS-box genes were characterized in female cones from wild-type and acrocona
plants at distinct developmental stages. Furthermore, an RNA sequencing approach
utilizing a population of inbred acrocona plants identified a MADS-box gene (DAL19)
as a potential important factor for the initiation of the seed cone.

Taken together, this thesis presents novel insights into the regulatory networks that
control important phases during the life cycle of Norway spruce, indicating both
conservation and functional divergence between gymnosperms and angiosperms.
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1 Introduction

Today the world faces a major challenge in meeting the demand for an ever-
increasing need for fuel and fiber. Forestry holds a potential key role in
meeting these demands. Growing forests and forest products used for wood
and fiber-related products are natural carbon sinks that store carbon.
Furthermore, forest by-products can be used as a green renewable alternative to
the diminishing non-renewable fossil fuels. The world population now exceeds
7 billion and is estimated to reach 9 billion in 2050 (http://esa.un.org/wpp/).
The challenge to supply the growing population with forest products in a
sustainable way implies a pressing need to increase the productivity and quality
of the forests.

Spermatophytes, i.e. seed plants, are commonly classified into two major
groups: angiosperms and gymnosperms. Coniferous trees, one of Sweden’s
most important raw materials, belong to the gymnosperm group of seed plants.
The gymnosperm group also includes gnetophytes, ginkgophytes and cycads.
The name gymnosperm stems from the Greek word gymnospermos meaning
naked seed, and refers to the seeds (or maybe more correct — ovules) being
openly positioned on their reproductive structures (Farjon 2008). The
angiosperms, flowering plants, encompasses all other species of extant seed
plants. Angiosperms have their seeds enclosed within an ovary. Molecular
markers and fossil records estimate that angiosperms and gymnosperms
separated some 300 million years ago (Smith et al., 2010)

Over the past decades a vast amount of research has aimed at understanding
the molecular mechanisms that regulate developmental processes, especially in
the angiosperm model plant Arabidopsis (Arabidopsis thaliana). However,
little is known of the molecular regulation of developmental pathways of
conifers, despite their ecological and economic importance.
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1.1 Developmental Phases During the Life Cycle of Plants

Most plants undergo distinct transitions between different developmental
phases during their life cycle. The sequence of developmental phases covering
the lifespan of an organism is referred to as ontogeny and is usually
characterized by chronological age (Gatsuk et al., 1980). Phase transitions are
under the strict supervision of a precise temporal and spatial genetic machinery
and many transitions are consequences of responses to environmental cues
such as light intensity and quality, day length, nutrient availability, and
temperature, but also to endogenous signals transmitted by hormones
(reviewed in e.g. Huijser & Schmid, 2011; Béurle & Dean, 2006).

The life cycle of a plant generally encompasses four major ontogenetic
phases: (1) the embryonic or latent phase, (2) the vegetative phase, (3) the
reproductive phase and (4) the post-reproductive phase (Smirnova &
Bobrovskii, 2001; Gatsuk et al., 1980). Phase specific traits include leaf shape
and size, leaf retention, branching pattern, disease resistance, capacity for
producing adventitious roots, and reproductive competence (Huijser & Schmid,
2011; Poethig, 2010). Furthermore, depending on species these traits can occur
either in a bimodal fashion, present or absent, or continuously throughout the
plant body, increasing or decreasing. The continuous presence of traits can be
manifested such that different parts of a plant may exist in different
developmental phases, a phenomenon known as heteroblasty (Goebel 1889;
recently reviewed in Zotz et al., 2011). Ontogeny can be further categorized,
not only by chronological age, but also by the biological criteria that indicate
the stage of development. The additional division of phases into stages or
periods is especially apparent during vegetative growth, during which plants
acquire the competence to produce reproductive structures. Initially during
vegetative growth the plants are considered to be juvenile and they mainly
utilize their photoautotrophic competence to increase their size and mass. Later
during vegetative growth some shoots will take on more adult reproductive
characteristics, and in day-length sensitive plants this can be manifested as the
competence for flower induction by photoperiodic stimuli (Huijser & Schmid,
2011; Poethig, 2010; 2003). This transition from juvenile to adult shoot
development is referred to as vegetative phase change (Poethig 1990). In
annuals such as Arabidopsis these phases can be subtle and gradual compared
to the more extreme manifestations found in heteroblastic perennials such as
Acacia species and European ivy (Hedera helix) (recently reviewed Zotz et al.,
2011). Gradual changes in heteroblasty, as typically detected during
reproductive competence, are usually used as criteria to classify the
progression of the juvenile-to-adult phase change. However, it is not
established how heteroblasty relates to the reproductive competence of the
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shoot, and the use of the terms ’juvenile’ and ‘adult’ for describing both
heteroblastic changes (e.g. leaf morphology) and the transition from vegetative
to reproductive shoots may lead to misperception (Huijser & Schmid, 2011;
Zotz et al., 2011 and references within).

In trees such as the conifers the differential development of shoot meristems
usually creates a gradient of ontogeny, in which the apical part of the tree can
display reproductive characteristics and the basal part remains juvenile. This
ontogenetic gradient, which also can be apparent along a single branch, makes
trees very attractive systems with regard to phenotypic and molecular studies
of developmental phase transitions. In natural stands it is apparent that plants,
and especially trees, of the same chronological age have reached different
stages of ontogenetic ageing, thus complicating studies concerning the
structure and dynamics of a population. Therefore, based on the ontogeny of
about 100 plant species Gatsuk and colleagues proposed an even more fine-
scaled division of ontogenetic sequences (Gatsuk et al., 1980): the vegetative
phase (2) involves a seedling state, a juvenile state and a virginile (adult) state;
the reproductive phase (3) a young state, a mature state and an old state; and
the post-reproductive phase (4) a subsenile state and a senile state. However, it
remains to be determined if these states are intermediate stages or the
manifestation of several genetic programs.

1.2 Forest Tree Improvement

Sweden is a richly forested country with forests covering more than half of its
total land area. Spruce and pine together represent more than 80 % of the total
forest biomass (Skogsindustrierna 2012). The economic importance of wood is
manifested in such essential products as paper, pulp, timber and energy, taken
together; Sweden is the second largest exporter of these wood products in the
world (Skogsindustrierna 2012). Hence, forestry is a multi-billion (SEK)
industry and one of the country’s most valuable resources.

To meet the increasing worldwide demand for fuels and fiber, it is essential
to improve quality and quantity through efficient tree breeding strategies.
Companies in the forest industry are today looking beyond classic usages of
forest products such as pulp for paper and wood for building, and aspire
towards producing novel biomaterials, building materials and fuels. If this
ambition is to succeed, refined tree breeding strategies aiming towards more
complex traits are needed, if the Swedish forestry sector wants to continue their
aspiration to be at the cutting-edge. To breed for more complex traits, however,
it is of utmost importance to gain a more thorough understanding of the basic
genetic networks that control important developmental phases. The first, and
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foremost, reason for forest tree improvement through breeding is to maximize
the economic value of the products obtained from the trees included in the
breeding programs. However, recent public enlightenment concerning climate
change and previous and present exploitation of pristine land areas may have
steered some interest towards other prospective uses as well. Future uses that
may increase in demand include forests as e.g. prevention of soil erosion, a part
of agroforestry or pure amenity forests (Eriksson et al., 2006).

This thesis converges on phase transitions in conifers using Norway spruce
(Picea abies) as a model. Therefore the next two paragraphs, concerning forest
tree breeding and mass propagation, will be presented with regard to Norway
spruce.

1.2.1 Forest tree breeding

Forest tree breeding aims to improve important traits according to the
principles of quantitative genetics. Which traits to improve, in what order of
priority, are critical considerations, as are the genetic variation in traits and the
mode of inheritance.

In Sweden, forest tree breeding started already during the 1930°s and
Sweden has ever since been considered as a pioneer in the field. Skogforsk is
the authority responsible for the breeding program of spruce and pine in
Sweden. The basic breeding regime of Norway spruce is presented in Figure 1.

L ARAER A
J+8 Progeny trials 4'}
“or clonal trials ’ '
Evaluation %’” A‘* %”*"

Selection e 4«'4«%««%&

‘s Cutting production

.
QMatingscj' / ) sl

Seed orchards

Tissue culture

Figure 1. The principal outline of forest tree breeding in Sweden, using Norway spruce as an
example. Trees in the breeding population with desirable traits are selected and crossed. Progenies
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or cuttings are grown at different locations in field trials for 10-15 years before major assessment
of traits. The best trees are then selected and used for further inclusion in the next breeding cycle
or used for the establishment of seed orchards. Masspropagation of Norway spruce is typically
carried out via sexual reproduction methods in seed orchards but is also possible using vegetative
propagation methods such as cuttings and tissue culture. Image after Eriksson et al. (2006).

1.2.2 Mass propagation

After genetic testing of progenies in the breeding program, elite genotypes
are selected for mass propagation. Most of the selected genotypes of Norway
spruce are propagated via standard sexual reproduction methods in clonal seed
orchards. Today, only 69% of all planted Norway spruce seedlings originate
from seed orchards (Skogsstyrelsen 2013). Compared to other important tree
species this is a very low number and the reason for this is simply that the
supply does not meet the demand. One reason for the shortage of stored
Norway spruce seeds is that even after reproductive competence is achieved in
the reproductive trees, cone-setting is irregular between years. This increases
the need for large seed orchard areas and seed storage. Pollen contamination is
a serious problem in many coniferous seed orchards, since part of the genetic
gain from the breeding is lost. But still, improved forest trees in Sweden today
typically display a 10-15 % growth increase compared to their unimproved
counterparts. The next generation of trees, derived from seed orchards
currently under development, is estimated to yield up to 20-25% improved
growth over unimproved trees (Rosvall et al., 2001).

An alternative to sexual propagation via seed orchards is vegetative
propagation, widely used for ornamental plants, berries and fruit trees. Genetic
gain is a major inducement to use vegetative propagation in other species, since
not only the additive genetic variance is exploited, but also the non-additive
genetic variance (Eriksson et al 2006). Vegetative propagation of forest trees
offers the advantage that pollen contamination and recombination events are
avoided. Another possible use of vegetatively propagated material is in
parental evaluation trials, whereby one genotype can be tested under different
environmental conditions.

There are several different methods of vegetative propagation. The most
common methods include cuttings and graftings. Although these techniques are
widely used for commercially available angiosperm species, there are problems
in implementing them in conifer species such as Norway spruce. One
disadvantage is that the techniques are time consuming and include many
manual steps, and are thus expensive. Another drawback for cutting
propagation is that the mother trees, when they are tested and ready for mass
propagation, are usually too old to be propagated via cuttings. Therefore, the
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Norway spruce cuttings used in operational forests today originates from bulk
propagated elite genotypes.

Another vegetative propagation method is micropropagation — i.e. using
plant tissue culture. In many species, multiplication of plants via axillary or
adventitious buds is common practice. However, for most conifers the most
promising method for large-scale vegetative propagation is via somatic
embryos (See sections 1.3.1 and 3.1). The possibility to cryopreserve
embryogenic cultures enables the breeders to test genotypes in the field and
then thaw elite genotypes and mass propagate them upon customer demand.

1.3 Embryogenesis

Embryogenesis is the first developmental phase of multicellular organisms and
begins with defined patterns of cell division of the zygote i.e. the fertilized egg
cell. Embryo development in plants is usually divided into two distinct stages,
the early morphogenesis stage and the late maturation stage. These stages are
under the control of precise genetic and hormonal regulation.

The basic body plan of plants is similar between species. However, the
developmental origin can differ among species. In the angiosperm model plant
Arabidopsis a seemingly invariant cell division pattern during early
embryogenesis enables tracking of lineages back to early stages of embryo
development (reviewed in De Smet et al., 2010). However, in most plant
species, including the conifers, early cell divisions during embryogenesis do
not follow stereotypic patterns, thus complicating tracking of the cell lineage.

1.3.1 Embryo development and patterning

During the first stage of embryo development the basic body plan of the
organism is established. In plants, the basic body organization is arranged
along two perpendicular polar axes. The main apical-basal axis consists of two
distal meristems, the shoot and root apical meristems (SAM and RAM), which
are joined together via the hypocotyl. The perpendicular radial axis consists of
a succession of concentric tissue layers from the outer epidermal layer, through
the ground tissue, to the central vasculature (Ueda & Laux, 2012; Lau et al.,
2011).

In many flowering plant species, including Arabidopsis, the beginning of
embryogenesis is characterized by elongation of the zygote and subsequent
asymmetrical cleavage into a small apical daughter cell and a large vacuolated
basal cell. The apical daughter cell further divides in transversal and
longitudinal patterns to form the embryo proper, which will develop into most
of the plant body. The basal cell divides only transversally to form suspensor
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cells, which, apart from its uppermost cell, are terminally differentiated (Ueda
& Laux, 2012; West & Harada, 1993). The suspensor is essential during early
embryo development and its role includes support and positioning of the
embryo, synthesis of plant growth regulators (PGRs) and transport of nutrients
to the embryo from the female gametophyte or surrounding cells. The shape of
the suspensor varies between species of angiosperms and the suspensor can, as
in Arabidopsis, consist of a single file, or be broad with a column of several
hundred cells (Phaseolus), large and spherical (Cytisus) or develop an
elaborate branched haustoria (Tropaeolum and Sedum) (Yeung & Meinke,
1993). The second stage of embryo development — embryo maturation — begins
with the arrest of morphogenesis and continues until the seed has reached its
metabolically quiescent state and prepares for eventual germination. During the
maturation stage a major increase in synthesis and accumulation of storage
reserves occurs. (Braybrook & Harada, 2008; Santos-Mendoza et al., 2008;
Gutierrez et al., 2007; West & Harada, 1993)

Embryogenesis in gymnosperms, often depicted for the conifers, can be
divided into three major stages (Singh 1978): (1) proembryogeny — all stages
before the elongation of the suspensor, (2) early embryogeny — all stages after
suspensor elongation and before root meristem establishment, (3) late
embryogeny — establishment of RAM and SAM and all subsequent histogenic
events. Specific conifer features during embryogenesis include the
differentiation of tube cells during early embryogeny and the development of
multiple cotyledons during late embryogeny. Common, but not general,
features among conifer species include the free nuclear stage during
proembryogeny, in which nuclear duplication occur without cytokinesis, and
cleavage polyembryogeny, the phenomenon in which multiple embryos form
during early embryogeny.

Studying development of zygotic embryos in conifers is difficult, due to
both the inaccessibility of the embryo within the seed and to the asynchronous
development of embryos within one cone. Another obstacle for spruce is the
irregular cone-setting between years. These difficulties can be circumvented by
the utilization of somatic embryos for studying embryology. A more detailed
description of somatic embryogenesis will follow under the Results and
Discussion (section 3.1). Somatic embryogenesis differs from zygotic
embryogenesis only during the first steps of development, in which
embryogenic cultures proliferate as proembryogenic masses (PEMs) in culture
medium supplemented with PGRs. After withdrawal of PGRs, early embryos
differentiate from PEMs and thereafter the two paths of embryogenesis are
similar. The development of somatic embryos in embryogenic cultures can be
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synchronized, making it possible to sample and analyze embryos of specific
developmental stages.

1.3.2 Molecular regulation of embryo development

Early during embryogenesis, the apical-basal patterning is dependent on
distinct expression of transcriptional regulators such as WUSCHEL RELATED
HOMEOBOX (WOX) genes that together with WRKY DNA-BINDING
PROTEIN 2 (WRKY?2) seem to regulate zygote polarity (Ueda et al., 2011), and
the MAPKK kinase YODA (YDA) which together with its downstream MAP
kinases regulate zygote elongation (Bayer et al., 2009; Lukowitz et al., 2004).
Directional transport of auxin by e.g. PIN-FORMED (PIN) efflux carriers, and
the subsequent local response by transcriptional regulators, have been shown to
play major roles in processes such as apical-basal axis specification and
cotyledon formation during early embryo development (reviewed in e.g. Ljung,
2013; Grunewald & Friml, 2010; Petrasek & Friml, 2009). Radial patterning of
tissue layers mostly depends on cell-to-cell communication that involves
peptide signaling and movement of transcription factors (reviewed in Lau et
al., 2012).

Recent advances using laser capture microscopy have revealed distinct
transcriptional regulation within compartments of the seed during different
time points of development (Le et al., 2010). Although many of the identified
genes are transcription factors, only a small subset of the genes has been
extensively studied. Mutant analyses have revealed a few transcription factors
that collectively seem to regulate early features of embryogenesis and seed
maturation. These well-studied master regulators comprise the genes LEAFY
COTYLEDON 1 (LECI), LEC2, FUSCA3 (FUS3) and ABSCISIC ACID
INSENSITIVE 3 (ABI3). The ABI3 (Parcy, 1997; Giraudat, 1992), FUS3
(Gazzarrini et al., 2004; Luerssen et al., 1998; Baumlein et al., 1994) and LEC2
(Stone, 2001; Meinke, 1994) genes all possess a plant-specific B3 domain and
are jointly referred to as the AFL-genes, an acronym of the three founding
genes. LECI encodes a HAP3 subunit of the CCAAT-box binding factor
(CBF) (Lotan et al., 1998; West, 1994). The corresponding LEC1/AFL mutants
all display similar pleiotropic phenotypes, including reduced levels of storage
compounds, desiccation intolerance or precocious germination. During early
embryo development LECI, LEC2 and FUS3 are required for correct cell fate
determination and patterning events, and later during embryogenesis the
LECI/AFL genes combined are essential in the induction and maintenance of
seed maturation (reviewed in Santos-Mendoza et al., 2008). Together, these
genes have been shown to act directly on promoters of maturation-related
genes and to be involved in complex feedback mechanisms also with each
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other (To, 2006). A recent systems biology approach utilizing the nowadays-
abundant transcriptome data sets available for Arabidopsis, places LEC! as the
central hub controlling the expression of FUS3 and ABI3 (Sreenivasulu &
Wobus, 2013). Furthermore, ectopic expression of LEC/ has been shown to
affect both fatty acid biosynthesis and seed storage protein biosynthesis,
possibly through the activation of AFL genes (Baud & Lepiniec, 2009; Mu et
al., 2008; Kagaya, 2005).

Hormonal signaling and crosstalk are crucial for proper embryo
development and for the phase transition from embryonic to vegetative
development. Abscisic acid (ABA) is a key hormone during maturation and a
high ABA to gibberellin (GA) ratio is required for the induction of dormancy
(see e.g. Braybrook & Harada, 2008; Gutierrez et al., 2007). ABA signaling is
also tightly connected to the expression of LECI and the AFL genes (Gutierrez
et al., 2007; Finkelstein et al., 2002). Moreover, FUS3 is up-regulated by LEC1
and LEC2, and in turn directs ABA to GA ratios by feedback regulations
involving both activation and repression of GA biosynthesis (Curaba et al.,
2004; Gazzarrini et al., 2004). Interestingly, by the use of gain- and loss-of-
function mutants Lumba et al. (2012) demonstrated that FUS3 not only seems
to be involved in the embryonic to vegetative phase transition via ABA/GA
regulation, but also postembryonically to delay the vegetative phase change
through repressing ethylene action (Lumba et al., 2012).

A plant needs a rapid repression of the seed transcriptional program to end
embryonic development and to allow onset of germination and the subsequent
vegetative phase of growth. Changes in chromatin structure ultimately lead to
rapid changes in transcriptional activities of regulatory genes, and are known to
occur through several different but interrelated processes. These mechanisms
include DNA methylation, histone variant replacement, and histone
posttranslational modifications (for reviews see e.g. Margueron & Reinberg,
2011; Feng et al., 2010). Regulators of chromatin state were first identified in
Drosophila melanogaster and include Polycomb group (PcG) and trithorax
group (trxG) proteins. Two main PcG complexes, Polycomb Repressive
Complex 1 (PRC1) and PRC2, mediate transcriptional modulation through the
deposition of repressive marks on chromatin and have been demonstrated to
play instrumental roles in phase transitions and cell fate determination. The
highly conserved and well-studied Polycomb Repressive Complex 2 (PRC2)
silences genes by catalyzing trimethylation of histone H3 at lysine 27
(H3K27me3), which in turn recruits PRC1 to stabilize the repression via
binding to the H3K27me3 mark and catalyzing monoubiquitination of histone
H2 at lysine 119 (H2AK119ub). TrxG proteins counteract PcG protein
repression by associating target genes with H3K4me2, which leads to
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transcriptional activation (reviewed in Bemer & Grossniklaus, 2012; Holec &
F. Berger, 2012). Many embryonic genes, including LECI/AFL genes have
been identified as targets for H3K27me3 (Kim et al., 2012; X. Zhang et al.,
2007). Recently, Berger et al (2011) showed that LEC2 contains elements that
recruit H3K27me3 deposited by PRC2, thus providing a link to PRC2 and the
deposition of this repressive mark on the LECI/AFL genes (N. Berger et al.,
2011).

Known repressors of seed development include PICKLE (PKL) and the
VIVIPAROUS1/ABI3-LIKE (VAL) genes (reviewed in Jia et al., 2013; H. Zhang
& Ogas, 2009). The VAL genes (VALI, VAL2 and VAL3) (also known as
HIGH-LEVEL EXPRESSION OF SUGAR-INDUCIBLE GENE?2 (HSI2), HSI2-
LIKE]I (HSL1) and HSI2-LIKE?2 (HSL?2) respectively) form a sister clade to the
AFL genes and encode B3 domain proteins that include homeodomain-like
(PHD) and CW-Zf domains frequently found in chromatin factors (Tsukagoshi
et al., 2007; Suzuki et al., 2006). Monogenic mutants display wild type
characteristics, whereas e.g. vall val2 double homozygous mutant seedlings
display arrested postembryonic growth and the formation of embryo-like
structures around the SAM area (Suzuki et al., 2006). PKL encodes a
remodeling factor belonging to the CHD3 subfamily of chromatin remodelers
(Ogas et al., 1999; Eshed et al., 1999). The primary root of young pk/ seedlings
displays a characteristic swollen, green region denoted the ’pickle root’ and
further characterization of pkl/ seedlings revealed that PKL repress a whole
range of traits associated with the seed, including an accumulation of seed
storage reserves (Rider et al., 2004; Henderson et al., 2004). Furthermore, pk/
seeds display an increased activity of LECI, LEC2 and FUS3 (Rider et al
2003), and PKL acts to repress ABI3 and in response to ABA (Perruc et al.,
2007). Suzuki and colleagues (2007) also reported an activation of the
LEC1/B3-network in val mutant seedlings with embryonic phenotype (Suzuki
et al., 2006). The epigenetic modes of action of PKL and VAL proteins are
slowly starting to be unveiled. PKL promotes the repressive epigenetic mark
H3K27me3 through ATP-dependent chromatin remodeling, distinct from
PRC2 (Ho et al., 2013; H. Zhang et al., 2012). The exact role of PKL as a
chromatin remodeler is not yet determined. However, recent studies have
shown that PKL in some respects seem to antagonize PcG proteins, which have
led to the suggestion that PKL confer a trithorax mode of action (Gentry &
Hennig, 2013 and references within). However, PKL can also repress PcG
targets as well as non-PcG targets, also implying a general role of PKL in
nucleosome positioning (Ho et al., 2013). The action of the VAL genes is
hypothesized to be mediated through the B3 DNA binding domain (Sph/RY)
(Suzuki et al., 2006). Recently Zhou et al (2013) demonstrated that histone
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deacetylase 19 (HDA19) interacts with VAL2 to repress LECI/AFL gene
expression (Zhou et al., 2013). This has led to the speculation that the VAL
gene repression of LEC1/AFL genes includes a VAL-mediated recruitment of a
histone deacetylase (HDAC) to target genes with a Sph/RY motif recognized
by the B3 domain and chromatin marks that are recognized by the PHD and
CW-Zf domains (Jia et al., 2013). However, the VAL proteins are also strongly
associated with the action of AtBMI1 that mediates H2Aub on target genes,
which in turn leads to maintained PRC2-mediated repression via H3K27me3
(Yang et al., 2013). This is particularly interesting since this contradict the
usual hierarchy seen in metazoan systems, where H3K27me3 (PRC2) usually
precedes H2Aub (PRC1). Repression of the LEC1/B3 network is also strongly
linked to hormonal activity. The pk/ phenotype during seed maturation is
augmented by inhibited GA biosynthesis, and adult pk/ plants resemble GA
signaling mutants, e.g. active GA accumulation and reduced responsiveness to
GA (Henderson et al., 2004; Ogas et al., 1997). The embryonic seedling
phenotype of val/ mutants is enhanced by inhibition of GA biosynthesis and the
down-regulation of the AtGA3ox! gene in the vall val? double mutant also
suggest GA signaling as an important constituent for embryonic repression
(Suzuki et al., 2006).

Little is known about the molecular regulation of conifer embryogenesis. At
least partly, this can be attributed to the lack of mutant analyses, which is due
to the prevalence of large genome sizes (up to 200-400 times the size of the
Arabidopsis genome) in combination with the fact that until very recently
conifers lacked a sequenced reference genome (Nystedt et al., 2013). Long
regeneration times, and the sheer adult size of most conifers, also contribute to
complicate functional studies. During recent years, however, progress in
establishing somatic embryogenesis in different conifer species has provided a
powerful tool for studying embryogenesis, in which transgenic studies are
feasible. Although, many of the present studies concerning molecular
regulation of conifer embryogenesis have mainly been of a comparative nature,
in which angiosperm model systems such as Arabidopsis have been used as
reference for identifying important regulators of developmental processes.

An integral part of embryogenesis is the degradation of cells and tissues by
programmed cell death (PCD). In Norway spruce two waves of PCD have been
identified to occur during somatic embryogenesis. The first encompasses the
degradation of PEM cells during proliferation and the second is responsible for
the degradation of suspensor cells during early embryo differentiation
(Filonova et al., 2000). Activation of proteases cleaving the caspase substrate
Val-Glu-Ile-Asp (VEIDase) is essential for PCD and proper differentiation of
somatic embryos (Bozhkov et al., 2004). Furthermore, the elimination of
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suspensors during embryogenesis is dependent on the translocation of the
metacaspase mcllPa from the cytoplasm to the nuclei (Bozhkov, 2005; Suarez
et al,, 2004). Cells expand through increased water and solute uptake
channeled by aquaporins, which are active in regions of cellular expansion
such as the suspensor. The PtNIPI,;1 gene, from loblolly pine (Pinus taeda),
encodes a NIP member (noduline-like protein) of the aquaporin protein
superfamily, functionally capable of acting as a water channel (Ciavatta et al.,
2001). In addition, a PtNIPI;1 promoter-GUS transgenic approach
demonstrated that the expression of the aquaglyceroporin is present in PEMs
and once differentiation of embryos begin, the promoter expression is confined
to embryonal tube cells and suspensors (Ciavatta et al., 2002).

An important patterning event during conifer embryogenesis includes the
establishment of the RAM and SAM. Several members of the Norway spruce
WOX gene family have recently been identified (Hedman et al., 2013). Spatio-
temporal expression patterns suggest that they, like their angiosperm
counterparts, are important regulators of developmental processes in conifers,
and PaWOX2 and PaWOX$8/9 are specifically active during conifer
embryogenesis (Hedman et al., 2013; Palovaara & Hakman, 2009). Polar
transport of auxin is essential for correct patterning and apical-basal axis
formation in conifer embryos (Larsson et al., 2007). Furthermore, chemical
inhibition of auxin transport suggests that PaWOX2 and PaWOX$8/9 are
regulated by polar auxin transport (Palovaara et al., 2010; Palovaara &
Hakman, 2009). Other genes important for proper patterning of the SAM, and
shown dependent on polar auxin transport, include the KNOXI-like genes
HBK2 and HBK4 (Larsson, Sitbon, et al., 2012) and the CUP-SHAPED
COTYLEDON-like gene PaNACO!I (Larsson, Sundstrom, et al., 2012). Tahir et
al. (2006) showed that an ARGONAUTE family member, PgAGO, from white
spruce (Picea glauca), is active in cells of both the SAM and RAM and that
RNA-mediated PgAGO suppression results in abnormal embryo development
and a poorly organized SAM (Tahir et al., 2006).

A stepwise peripheral patterning takes place during embryo development in
Norway spruce (Ingouff et al., 2003; 2001). Two Norway spruce homeobox
genes (PaHBI and PaHB?2), belonging to the homeodomain-glabra2 (HD-GL2)
family, are expressed in PEMs. The expression of PaHBI becomes restricted to
the protoderm in the embryonal mass of early embryos (Ingouff et al., 2001),
while PaHB?2 is expressed in the underlying cortical layers in late embryos
(Ingouff et al., 2003). PaHBI encodes a protein highly similar to a well-studied
protoderm marker ARABIDOPSIS MERISTEM LAYER 1 (ATMLI). 1t has also
been shown that the Pal8 gene, encoding a putative lipid transfer protein, is
important for proper function of the protoderm (Sabala et al 2000).
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Embryo maturation is promoted by ABA, and B3-domain transcription
factors play instrumental roles in mediating the ABA response in plants
(Gutierrez et al., 2007). A Norway spruce homolog to the B3-domain gene
ABI3, Picea abies VIVIPAROUSI (PaVP1I), shares similar expression patterns
to ABI3, suggesting a similar role during embryo maturation in conifers
(Footitt, 2003).

1.3.3 Establishment of embryogenic cultures

Somatic embryogenesis is the process by which a somatic cell can ultimately
differentiate into a somatic embryo. The regeneration of a plant embryo from a
single somatic cell was first described in carrot (Daucus carota) over 50 years
ago (Steward et al., 1958). The process is believed to involve a
dedifferentiation event in a single cell, which is induced by stress or high doses
of auxin. Stresses are well-known inducers of altered cell fates and
dedifferentiation processes in plants and it is well established that different
abiotic stresses (osmotic, dehydration, temperature and heavy metal ions) can
be used to induce somatic embryogenesis (Kikuchi et al., 2013; 2006; Ikeda-
Iwai et al., 2003). Tissue culture, which usually includes wounding and
translocation of the explant from its body into a tissue culture environment, is
itself also a major stress-inducing factor that may lead to dedifferentiation
(reviewed in Grafi et al.,, 2011). Many experiments have shown that plants
inhabit the ability to regenerate a variety of tissue types and even whole plants
from already differentiated organs (Sugimoto et al., 2011 and references to
older literature therein). Therefore, it is commonly believed that all plant cells
harbor an innate ability for totipotency, i.e. the capacity to regenerate a
complete adult organism. Noteworthy, however, is that recent findings suggest
that not all plant cells by definition are totipotent, but rather display
characteristics of transdifferentiation, i.e. an irreversible switch from one
differentiated cell type into another (Sugimoto et al., 2011; 2010; Atta et al.,
2009).

In order for somatic embryogenesis to occur, a cell needs to be competent to
respond to a certain induction signal. Auxin is believed to be the potential
induction signal required for somatic embryo formation (Braybrook & Harada,
2008). Today it is not known what causes the intracellular environment to
respond to auxin and thus gain the competence to undergo somatic
embryogenesis.

It has been well documented that ectopic activity of certain transcriptional
regulators causes the induction of somatic embryogenesis. In Arabidopsis and
other angiosperm species LECI (Lotan et al., 1998), LEC2 (Stone, 2001),
BABY BOOM (Boutilier et al., 2002)et and WUSCHEL (Zuo et al., 2002) are
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among some genes whose ectopic expression promote somatic embryo
formation without exogenously supplemented auxin. Over-expression of other
genes such as SOMATIC EMBRYOGENESIS RECEPTOR-LIKE KINASEI
(Hecht et al., 2001) and AGAMOUS-LIKE15 (Thakare et al., 2008; Harding et
al., 2003) enhances the competence for somatic embryogenesis under auxin-
inductive conditions.

So far we know little of the molecular interplay between stress, chromatin
regulation, transcription factors and hormones. However, many studies indicate
a strong connection between somatic embryogenesis, LECI/AFL gene
expression and the pivotal role of auxin (reviewed in Braybrook & Harada,
2008; Jia et al 2013). lecl, lec2 and fus3 mutants are all found to be
compromised in their ability to differentiate embryogenic tissue when cultured
on medium supplemented with the synthetic auxin 2,4 dichlorophenoxyacetic
acid (Gaj et al., 2005), thus LECI/AFL gene expression seems to be highly
important for somatic embryo formation. Further direct links between auxin
and the LECI/AFL genes include: (1) induced auxin biosynthesis by LECI
(Junker et al., 2012) and LEC2 (Stone et al., 2008; Braybrook, 2006), (2) up-
regulated FUS3 promoter activity in embryos by auxin (Gazzarrini et al.,
2004), (3) and enhanced ectopic embryo maturation phenotype of the LECI-
overexpressing lecl/-tnp mutant by exogenous addition of auxin (Casson &
Lindsey, 2006).

Open chromatin is a supposed hallmark of totipotent stem cells (reviewed in
Verdeil et al., 2007). Yadav et al. (2009) found that stem cells of the SAM in
Arabidopsis displayed enhanced expression of chromatin-modifying genes
(Yadav et al., 2009) Histone deacetylation events are crucial during plant
embryogenesis and functional inhibition by chemical inhibitors or by histone
deacetylase mutants affects seed associated genes as well developmental
progression (Zhou et al., 2013; Chen et al., 2010; Tanaka et al., 2007; Tai et al.,
2005). Tanaka and co-workers demonstrated that suppressed activity of the
genes encoding two HDACs, HDA6 and HDA19, led to arrested post-
germination growth and embryo-like structures on true leaves (Tanaka et al.,
2007). Recently, He et al (2012) also showed a possible link between histone
methylation and dedifferentiation. The mutants curly leaf/swinger and
embryonic flower2 (CLF/SWN and ELF2 are core components of the PRC2
complex) failed to produce callus from aerial tissues on inductive media
concomitantly as H3K27me3 deposition patterns were shown to be altered at
several gene loci, thus implying a role of proper PcG function and
dedifferentiation (He et al., 2012).
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1.4 Reproductive development

The vegetative to reproductive phase transition in seed plants is connected to
shoot architectural changes and the appearance of reproductive organs. The
capability of daylength-sensitive plants to differentiate reproductive organs in
response to photoperiodic stimuli is usually taken place during the end of the
vegetative phase (Huijser & Schmid, 2011; Amasino, 2010). The decision to
produce reproductive structures needs an accurate timing in order to avoid
unnecessary energy consumption that negatively affects the plant. This
decision is orchestrated by a complex genetic network that utilizes information
from both environmental and endogenous signals (Andrés & Coupland, 2012;
Amasino & Michaels, 2010). When a plant undergoes the transition to the
reproductive phase, the vegetative SAM can change its identity and become an
inflorescence meristem (IM). The subsequent fate of the IM is species specific
and includes either a direct conversion into a floral meristem (FM) or a
conversion to lateral meristems that later takes on an FM identity (Huijser &
Schmid, 2011).

1.4.1 Reproductive structures

Seed plants are defined by the presence of an ovule that can develop into a seed
after fertilization. Although the ovule is the hallmark of seed plants, the
evolutionary origin of the ovule itself and its associated structures remains
elusive (Mathews & Kramer, 2012; Rudall et al., 2011). Another shared feature
between angiosperms and gymnosperms is that micro- and megasporangium
are situated on separate organs.

Differences related to the appearance and organization of the reproductive
organs include that gymnosperms typically have spatially separated micro- and
megastrobili, whereas angiosperm reproductive organs usually are organized in
a bisexual flower. Despite the vast diversity in shape and coloration of
angiosperm flowers there is still remarkable uniformity in the basic floral
architecture.

Most angiosperm flower organs are arranged in consecutive circles, or
whorls, in which the reproductive stamens and carpels are surrounded by a
sterile perianth. In Arabidopsis the sterile perianth consists of an outer whorl of
four sepals and a second whorl of four petals, and the third and fourth
reproductive whorls are made up of six stamens surrounding two fused carpels
that form the ovule-bearing gynoecium. However, there are exceptions to this
basic floral architecture within the angiosperm group. Stamens and carpels are
found in all extant angiosperms, but many taxa lack distinct petals and sepals.
Several species among the basal angiosperms and monocots have instead two
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whorls or a spiral arrangement of undifferentiated tepals surrounding the
stamens and carpels (Litt & Kramer, 2010).

Reproductive organs of the gymnosperms are manifested as cones and are
either of male or female identity (seed or pollen cones). They also lack the
sterile perianth (sepals, petals or tepals) that surrounds the reproductive organs
in angiosperms. Norway spruce belongs to the Pinaceae family of conifers,
which are mostly monoecious and carry their seed and pollen cones on the
same individual. However, some Pinaceae species such as Pinus johannis are
nearly dioecious (Flores-Renteria et al., 2013). Other gymnosperm species,
such as the cycads and Ginkgo, are dioecious with separated female and male
trees.

Shoot development in Norway spruce begins in early spring, when
vegetative buds flush and start their elongation growth. During early summer
an unknown signal determines if the shoot will take on a vegetative or
reproductive identity. For comprehensive descriptions on reproductive
structures in Norway spruce see also (Carlsbecker, 2002; Sundstrom, 2001).
Seed cones usually precede pollen cones as the first reproductive structures to
emerge after reproductive competence have been acquired; although later
during ontogeny both types coexist on the same individual. Seed cones
typically appear on strong leading shoots in the upper part of the tree, at apical
positions on lateral branches but never at apical positions of scaffold branches.
The seed cone is an elongated axis of spirally arranged sterile bracts with partly
fused reproductive ovuliferous scales (each containing two ovules). The
development of a seed cone encompasses two calendar years in Norway
spruce. During late summer of the first year the ovuliferous scale/bract
structures start to differentiate and after dormancy during the following spring
the cone is ready to be pollinated. Fertilization takes place during the same
year, directly after pollination. The seeds mature within the cone during
summer and autumn and are then detached from the cone during the second
winter, counting from the initiation of the seed cone. Pollen cone development
takes one calendar year and they are typically produced at basal positions of
annual shoots. However, they can also be found on lateral branches at apical or
lateral positions. Similar to ovuliferous scale/bracts of seed cones,
microsporophylls are also spirally arranged along the cone axis. Each
microsporophyll contains two microsporangia with several pollen mothercells.
Pollen cones usually initiate during spring or early summer, and pollen is
released after winter dormancy.

There are still many unresolved questions regarding the relationship
between the ovule-bearing structure of gymnosperms and the angiosperm
carpel, as well as the nature of the flower axis and the multiple occurrences of
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hermaphroditism (Mathews & Kramer, 2012). Molecular and fossil data trace
the origin of seed plants (Spermatophyta) back to the Middle Carboniferous,
about 330 million years ago. The four extant gymnosperm lineages
(Acrogymnospermae) diverged from the crown seed plants some 30 million
years later and the origin of crown angiosperms is estimated to the Late
Triassic, around 220 million years ago (Smith et al., 2010). The origin of
conifer reproductive organs has previously been assessed by comparing the
modern female ovuliferous scale to fossil records of extinct conifers (Florin
1951; Clement-Westerhoff 1988). Florin speculated that the evolution of the
seemingly simple structure of the modern ovuliferous scale of modern conifers
was the outcome of successive reductions of reproductive short-shoots (a
complex structure of multiple interweaved sterile and fertile scales) present in
Paleozoic conifers (Florin 1951). The theory of the ovuliferous scale as a
complex structure is further supported by the presence of multiple vascular
strands connecting the ovuliferous scale with the vasculature in modern conifer
species. The reduction process is thought to have happened through a planation
process, i.e. distribution of structures into a single plane. Thus, younger fossil
records of more modern conifers should display an intermediate shoot structure
between modern and Paleozoic conifers. Fossils displaying bilateral symmetry
have been found and are exemplified by Lower Permian Voltziales (Florin
1951; Clement-Westerhoff 1988).

1.4.2 Molecular regulation of reproductive development

The timing of the transition from vegetative to reproductive growth is
coordinated by responses to endogenous and environmental signals, which
ultimately lead to flowering. There are several molecular pathways that have
been identified to control flowering time. These pathways comprise the
vernalization pathway (prolonged exposure to cold), the photoperiod pathway
(day length and light quality), the GA pathway (requirement of GA for normal
flowering), and the autonomous pathway (endogenous regulators independent
of photoperiod and GA). Another pathway that recently has been described to
control flowering time across angiosperm species includes age-related factors
(an endogenous pathway including vegetative phase-change and miRNAs), and
species specific pathways include an ambient temperature response and an
accumulation of carbohydrate assimilates (mainly sucrose) in the apex (for
recent reviews on flowering see Song et al., 2013; O'Maoiléidigh et al., 2013;
Andrés & Coupland, 2012; Srikanth & Schmid, 2011; Amasino & Michaels,
2010). A simplified overview of the regulation of flowering in Arabidopsis is
presented in Figure 2.
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Recently, emerging genetic evidence from Arabidopsis and other
angiosperm species show that the molecular regulation of the juvenile-to-adult
vegetative phase change and the transition to reproductive development
converge in an age-related pathway (reviews: Song et al., 2013; Poethig, 2013;
Huijser & Schmid, 2011). Two microRNAs (miRNAs), miR156 and miR172,
together with their targets, play pivotal roles in controlling these plant phase
changes (Poethig, 2013; Wu et al.,, 2009). miR156 targets SQUAMOSA
PROMOTER BINDING PROTEIN-LIKE (SPL) transcripts (Schwarz et al.,
2008; Wu & Poethig, 2006; Klein et al., 1996), and miR172 mainly targets
APETALA 2-like transcripts, including APETALA2 (AP2) itself and probably
also some SPL transcripts (Jung et al., 2011; Mathieu et al., 2009; Jung et al.,
2007; Aukerman & Sakai, 2003). Furthermore, miR156 is active during the
early vegetative phase of the life cycle and acts to repress reproductive
development, whereas miR172 activity increases as the plant ages and acts to
promote flowering. Hence, miR156 and miR172 act in an antagonistic fashion
and their complementary action during plant development seems to determine
the juvenile-to-adult transition in angiosperm plants (reviewed in Song et al.,
2013; Poethig, 2013; Huijser & Schmid, 2011; Bergonzi & Albani, 2011). The
regulatory control of developmental transitions facilitated by miR156 and
miR172 is also conserved in perennial woody angiosperms. Overexpression of
miR156 in transgenic Populus x canadensis reduced the expression of miR-
targeted SPL genes and subsequently prolonged the juvenile phase of growth
(J.-W. Wang et al., 2011). However, conservation of this regulatory system
remains to be elucidated in gymnosperms.

Once a plant has obtained its reproductive competence, it monitors
temperature and photoperiod to coordinate flowering to seasonal changes. The
idea of a mobile substance (florigen) that is activated in the leaf and then
translocated to the SAM where it signals the differentiation of a floral
primordium is an old concept, which have eluded scientist for more than 70
years (reviewed in Zeevaart, 2008; Corbesier & Coupland, 2006). In
Arabidopsis, long days promote flowering through the protein function of the
floral integrator FLOWERING LOCUS T (FT). The FT protein (suggested to be
the elusive florigen) is synthesized in the leaf vasculature and later transported
through the phloem to the SAM where it integrates signals to promote
flowering (Corbesier et al., 2007). Photoperiod, temperature, plant age and GA
have all been reported to influence the action of FT on flowering (reviewed in
Song et al, 2013; Andrés & Coupland, 2012; Amasino, 2010). Once
translocated to the SAM, the FT protein together with FLOWERING LOCUS D
(FD) activates flowering genes (Abe, 2005; Wigge, 2005).
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In the shoot apex FT/FD induce flowering by activating FM identity genes
such as APETALAI (API) and other floral integrators such as SUPRESSOR OF
CONSTANS!I (SOC1), both members of the MADS-box family of transcription
factors (Andrés & Coupland, 2012; Srikanth & Schmid, 2011; Amasino, 2010).
SOCI has a central role in integrating flowering signals from photoperiodic-,
vernalization-, GA-, autonomous and age-related pathways (Immink et al.,
2012; J. Lee & 1. Lee, 2010). SOC! was identified as the earliest gene
expressed gene in apical meristems in response to inductive photoperiod in
Mustard, and in Arabidopsis mutations in SOC!I cause late flowering and
overexpression is sufficient for photoperiod independent flowering (Borner et
al., 2000; Samach et al., 2000; Menzel et al., 1996). Apart from API, LEAFY
(LFY) is another well-studied FM identity gene that has been shown to be
crucial for the activation of floral identity genes (Weigel et al., 1992; Irish &
Sussex, 1990). Mutant studies have revealed some possible overlapping
functions among FM identity genes; for example, double mutants of AP/ and
LFY drastically increase the phenotypes seen in single mutants (Weigel et al.,
1992). CAULIFLOWER (CAL) and FRUITFUL (FUL) are two other MADS-
box genes, closely related to API, that display redundancy with AP/ in
specifying the FM (Ferrandiz et al., 2000). Nevertheless, LF'Y might be the
central regulator in establishing an FM, since LFY overexpression in an apl,
cal, ful triple mutant background at least partially can rescue FM defects
(Ferrandiz et al., 2000). SOCI, FUL, LFY and AP are all activated by SPL
transcription factors in the SAM, involving signals from both FT/FD and
miR156 (Jung et al., 2012; J.-W. Wang et al., 2009; A. Yamaguchi et al.,
2009). Furthermore, SOC1 directly regulates SPL genes in response to
photoperiod signals, and the SOC1 mediated SPL regulome also mediate GA
signals to promote flowering (Jung et al., 2012). The differentiation of the FM
from an IM is also dependent on other phytohormones, and especially the
accumulation of auxin, which is dependent on polar auxin transport (Heisler et
al., 2005; Benkova et al., 2003; Reinhardt et al., 2000). Auxin also regulates
the expression of LFY, via the auxin-responsive transcription factor
MONOPTEROS (MP), and, in turn, LFY promotes auxin signaling in
emerging FMs (N. Yamaguchi et al., 2013).
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Figure 2. Simplified overview of flowering-time regulation in Arabidopsis. Photoperiodic signals
are sensed in the leaves and involve the production of the mobile FT protein, which is then
translocated to the apical meristem. FT binds to FD and the FT/FD protein complex triggers the
AP and SOCI genes, which activate LFY gene expression. SOCI, LFY and AP1, in turn, activate
the floral identity genes (ABC genes). The autonomous and vernalization pathways, through
intermediate steps, negatively regulate SOC! in the apical meristem. The gibberellin pathway act
to promote SOCI expression in the apical meristem. miR156 represses flowering by targeting
SPL genes, which, without miR156 repression, either promote flowering by activating SOCI, LFY
or API, or repress flowering by activating mirl72-dependent deactivation of /7 in the leaf. This
figure does not discriminate between proteins and genes. Lines with an arrow represent activation
and those with a perpendicular bar represent repression. Dashed lines indicate that intermediary
steps have been left out. (Image after Amasino (2010), Huijser and Schmidt (2011), Taiz and
Zeiger (2010, 5" ed)).

After the specification of the FM, the FM identity genes, especially LFY and
API, activate the floral identity genes that act to specify the organs of the
flower (see e.g. Irish, 2010 and references within). The specification of organ
identity was discovered through mutant analyses in Arabidopsis and
snapdragon (Antirrhinum majus), which led to the classic ABC model of
flower organ identity specification (Coen & Meyerowitz, 1991; Bowman et al.,
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1991). The model stipulated that three gene functions (A, B and C) act in a
combinatorial manner to specify the different organ identities of the flower. In
the first whorl sepals are specified by A activity, while A and B activity
together specify petals in the second whorl, B and C together act to specify
stamens in the third whorl, and C function determines carpel identity in the
fourth whorl. In Arabidopsis, 4P/ and AP2 are required for A function
(Bowman et al., 1993; 1991; Irish & Sussex, 1990), and AP3 together with
PISTILLATA (PI) is responsible for B function (Bowman et al., 1991), and
AGAMOUS (AG) alone confers C function (Bowman et al., 1991). Although
this simple model was proposed over 20 years ago, it still provides a solid
framework for understanding the basis of flower development (Bowman et al.,
2012). However, today the model is typically extended to include E-function
(D function had previously been used for genes specifying ovule identity),
which is conferred by the SEPALLATA (SEPI-4) genes that encode flower-
specific co-factors required for organ specification in all whorls (Ditta et al.,
2004; Pelaz et al., 2000). According to the so-called floral quartet model, the
SEP proteins can form tetrameric complexes together with the ABC genes and,
in turn, these ‘floral quartets’ recognize DNA and elicit transcriptional
activation in an organ-specific fashion (Honma & Goto, 2001; Theissen &
Saedler, 2001). Another limitation of the original model, which has been
highlighted recently, is that an obvious A function seems to be specific to
Arabidopsis and its close relatives (Litt & Kramer, 2010). Although already in
1990, Irish and Sussex suggested that the function of AP/ and AP2 was to
specify the FM identity, and since then more studies have shown that 4P/ and
AP?2 play important roles in FM specification (Ferrandiz et al., 2000; Okamuro
et al., 1997; Irish & Sussex, 1990). Sepals have more recently been proposed to
be the ‘ground state’ for flower organs (Causier et al., 2010). The fact that
sepals are lacking in ap/ and ap2 mutants of Arabidopsis, can possibly be
explained as an indirect consequence of a failure to properly specify the FMs.
Given these facts a refined model has been laid out, the ‘(A)’BC model, where
A and E function [‘(A)’] are involved in FM specification and ensuring correct
expression domains of the B and C genes, and not floral specification per se
(reviewed in Wellmer et al., 2013). An interesting note is that all of the floral
identity genes, except for AP2, encode proteins belonging to the MIKC-type of
MADS-box transcription factors (for reviews see e.g. Dornelas et al., 2011;
Gramzow et al., 2010; Kaufmann et al., 2005).

Many of the genes that are involved in reproductive development and
flowering in angiosperms were identified through forward genetic screens.
However, as previously mentioned, such attempts are difficult in
gymnosperms; it time-wise would take almost one human generation to go

31



from the creation of the mutants until the final assessment of potential
reproductive phenotypes. Hence, most of the past and present studies
concerning reproductive development in gymnosperms have utilized the
methodology of evolutionary developmental biology (evo-devo) (Arthur,
2002). As with angiosperms much of the present work with gymnosperm
reproductive development has revolved around transcription factors of the
MADS-domain family, in Norway spruce named DEFICIENS AGAMOUS
LIKE (DAL) genes, and the meristem identity gene LFY. In gymnosperms the
first LF'Y homologs were identified in gnetales (Frohlich & Meyerowitz, 1997)
and in conifers two homologs of the LFY gene were initially identified in
Monterey pine (Pinus radiata), PRFLL (Mellerowicz et al . 1998) and its
paralog NEEDLY (NLY) (Mouradov et al., 1998). Although the Monterey pine
genes at first indicated a sex specific expressional pattern, LF'Y and NLY gene
homologs from other gymnosperm species have shown that the genes are
expressed in both seed and pollen cones (Vazquez-Lobo et al., 2007;
Carlsbecker et al., 2004; Shindo et al., 2001). Since gymnosperms lack sepals
and petals, organ identity genes homologous to B- and C-class genes have
mainly been described. Nevertheless, the recent emerging data sets from
conifer genomes suggest that there can be conifer genes that, at least according
to phylogeny, relate to angiosperm A function genes (Birol et al., 2013;
Nystedt et al., 2013). However, as described earlier: given the evidence that A-
class genes do not exert their function as proposed in the original ABC model,
species-wide across the angiosperms; such homologous conifer genes connect
more plausibly to meristem identity, rather than to organ identity. In Norway
spruce a putative C-class ortholog, DAL2, has been described and was shown
to be expressed mainly in reproductive cones (Sundstrom et al., 1999; Tandre
et al., 1998). Putative Norway spruce orthologs to B-class genes comprise
DALI1I, DALI2 and DALI3, which are expressed in pollen cones (Sundstrom
& Engstrom, 2002; Sundstrom et al., 1999). This suggests that the specification
of male and female organs involve orthologous genes in both angiosperms and
gymnosperms. However, given some 300 million years of evolution, a certain
degree of functional divergence between gene orthologs is likely to be
expected. Furthermore, apart from B- and C-class genes there are gymnosperm
specific genes whose expression is tightly linked to reproductive structures.
The expression of the DALI0 gene of Norway spruce precedes the expression
of B- and C-class genes in reproductive organs and potentially the gene aids in
the establishment of reproductive identity (Carlsbecker et al., 2003).
Carlsbecker et al. (2004) show that expression patterns of the DALI gene are
not specific to reproductive organs, and, interestingly, the activity is initiated in
shoots of (juvenile) trees and successively increases with age, suggesting a
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potential role in an age-dependent pathway of reproductive development
Furthermore, the expression also follows a spatial gradient along the stem,
paralleling that of the ontogenetic features associated with reproductive
competence. In addition, ectopic DAL expression in transgenic Arabidopsis
leads to precocious flowering, thus further implicating the role of DALI in
reproductive phase transition (Carlsbecker et al., 2004).

1.4.3 Picea abies var. acrocona

Naturally occurring mutants are attractive model systems to utilize in plant
species where classic forward genetic approaches are difficult. One such
naturally occurring mutant is the Norway spruce variety acrocona (Picea abies
var. acrocona). Reports of this mutant stem from the mid 19th century, from
localities in Uppland, Sweden (Fries, 1890). It was first recognized and named
for its ability to set seed cones in apical positions on both top shoots and
scaffold branches, where wild-type Norway spruce never initiate cones, hence
the name acrocona, from the Latin for top cone. Apart from setting cones at
atypical positions it also produces cones regularly, every growth season — even
during years when surrounding natural stands do not produce cones. Both
phenotypes, cones at atypical apical positions and frequent cone-setting, results
in a short and ‘bushy’ appearance of an adult acrocona tree. Since the original
records, acrocona plants have been grafted and distributed throughout the
temperate world. Owing to limited information of origin it has yet to be
determined if the different specimens in gardens worldwide stem from the
acrocona specimen found in Uppland, or if mutations resulting in the acrocona
phenotype have arisen in various genetic backgrounds. Previously a German
initiative raised inbred crosses of two acrocona ramets and observed that
around 3% of the population set cones already after 3 growth seasons
(Flachowsky et al., 2009). Furthermore, it has been suggested that the early
cone-setting phenotype of acrocona can be mapped to linkage group 6 in
Norway spruce and that the trait follows monogenic inheritance, although the
responsible mutation has yet to be found (Achere et al., 2004).
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2 Aims of the study

Put in a general perspective, this thesis has aimed at aiding the forest industry,
and especially forest tree breeding, in supplying basic knowledge that could be
of direct use in tree improvement programs. Gaining control over
developmental transitions holds the potential to significantly shortening
breeding cycle intervals and would thus be of great economical importance.
Furthermore, to fully understand selected traits, improved knowledge of the
underlying genetic components and regulatory mechanisms is essential, not the
least, considering the industry’s ambitions towards producing novel
biomaterials, building materials, and fuels.

More specifically, my work has been focused to identify and study
regulatory genetic mechanisms important during conifer embryogenesis and
reproductive development, with specific emphasis on the transitions between
developmental phases.

Specific aims have been to:

» Pinpoint important processes during early embryo development assessed by
global gene expression changes.

» ldentify genes potentially involved in the embryo to vegetative transition.

» Characterize the transition from vegetative shoot to female cone and
associated regulatory gene expression changes occurring in the acrocona
mutant.

» Utilize the early cone-setting phenotype of acrocona to identify novel
regulators implicated in reproductive competence
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3 Results and Discussion

3.1 Embryo development (I, Il and appendix)

To study early aspects of embryo development in Norway spruce we utilize the
unique features of somatic embryo cultures. This allows for more accurate and
abundant sampling of material from a well-characterized sequence of
developmental stages that can be synchronized by different treatments (Figure
3).

Proliferating PEM Early embryos Late embryo Cotyledonary embryo
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Figure 3. Embryogenic cultures of Norway spruce are usually established from mature zygotic
embryos on medium supplemented with the PGRs auxin and cytokinin. The proliferating cultures
constitute a combination of densely cytoplasmic cells adjacent to enlarged vacuolated cells
referred to as proembryogenic masses (PEMs). Withdrawal of PGRs stimulates the differentiation
of early embryos and further development and maturation of embryo requires exogenous
supplementation of abscisic acid (ABA). Image after Filonova et al. (2000).

3.1.1 Global gene expression changes during early embryo development (1)

Compared to model angiosperms such as Arabidopsis, knowledge of the
molecular regulation of conifer embryology is limited. Although cytological,
morphological and temporal differences during embryo development are
evident between angiosperm and gymnosperms, there are still striking
sequence similarities between corresponding genes of the two groups (Cairney

37



& Pullman, 2007). It is not until very recently that the first complete conifer
genome sequences were published, although the emerging genome and
transcriptome data sets are far from fully annotated or complete (Birol et al.,
2013; Nystedt et al., 2013). Gene expression changes during conifer
development had earlier been studied using microarray techniques, in which
complementary DNAs (cDNAs) were spotted onto microarray slides. Early
studies of changes in gene expression during Norway spruce embryogenesis
include microarrays spotted with 2178 cDNAs from five libraries of loblolly
pine (xylem tissues, shoot tip and pollen cone). High hybridization efficiencies
between spruce and pine species on microarrays have previously been shown
(Stasolla et al., 2003; van Zyl et al., 2002). Different embryogenic cell lines of
Norway spruce were assayed and comparative gene expression analysis
revealed that global gene expression initially is repressed and subsequently
induced during differentiation of early somatic embryos (Stasolla et al., 2004;
van Zyl et al., 2003). Microarrays have also been assessed during embryo
maturation in white spruce (Stasolla et al., 2003) and Norway spruce (Stasolla
et al., 2004).

To gain further knowledge on early events during somatic embryo
development in Norway spruce, microarray slides spotted with 12,536 cDNA
clones from loblolly pine cDNA libraries originating from zygotic and somatic
embryos at various developmental stages, and megagametophytes, were
assayed. The focus of the study was to capture gene expression changes during
the early aspects of embryo development in Norway spruce, i.e. the stages
covering the differentiation of early embryos from PEMs and the beginning of
late embryogeny. To study these important early events, we sampled
embryogenic cultures at specific developmental stages and assayed global gene
expression states. Embryogenic cultures assayed in this study were: (1) one
week after transfer to PGR medium (PEM structures), (2) 24 h after withdrawal
of PGRs (mostly PEM structures), (3) one week after withdrawal of PGRs
(early embryos), and (4) one week after transfer to medium containing ABA
(late embryos) (Figure 3).

After hybridization to the loblolly pine array, 720 transcripts with unique
differential expression patterns between all developmental stages were
identified. Among the different assayed samples 106, 208 and 464 transcripts
showed differential expression 24 h after withdrawal of PGRs, during
differentiation of early embryos and development of late embryos,
respectively. To verify the accuracy of the microarray methodology we tested a
set of differentially expressed genes on the same material used in the array by
qRT-PCR. We also tested the biological significance of the array by assaying a
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set of genes in tissue samples from a different cell line with qRT-PCR. From
these verifications we could conclude that the experimental data were reliable.

3.1.2 Important processes (I)

Based on the results of the microarray analysis important processes during
early embryo development in Norway spruce could be inferred by comparing
the 720 differentially expressed transcripts to their closest putative gene
homolog in Arabidopsis. This resulted in 86 transcripts differentially expressed
24 h after withdrawal of PGRs, 152 transcripts differentially expressed during
the transition from proliferation to early embryos and 383 transcripts
differentially expressed during development of late embryos. Selected
important processes and their representation during early embryo development
in Norway spruce are presented in Table 1, and include response to biotic and
abiotic stress, programmed cell death (PCD), nurse cell function, auxin
biosynthesis and response, and cell specification.

Table 1. Processes occurring during early stages of embryo development based on the
microarray analysis. Plus signs (+) indicate differentially expressed genes, and minus signs (-)
indicate no differentially expressed genes.

Process PEM to early embryo  PEM to early Early embryos to late
differentiation embryos embryos

Programmed Cell + - -

Death (PCD)

Stress related - + +

processes

Nurse cell function -

Auxin biosynthesis -
and response

Cell specification - +

Embryonic to - -
vegetative transition

As expected from previous studies, an over-representation of transcripts
involved in the response to stresses (stress-related factors include heat-shock
proteins, drought-, salt- and cold-induced proteins and peroxidases) was
observed among the differentially expressed transcripts (see e.g. Stasolla et al
2004). Stresses are potent triggers of cell dedifferentiation, which ultimately
may lead to somatic embryogenesis (Kikuchi et al., 2013; 2006; Ikeda-Iwai et
al., 2003). Oxidative stress is also associated with the initiation of PCD
(Swidzinski et al., 2002). Consistent with previous studies indicating that PCD
is important for suspensor differentiation (Filonova et al., 2000), PCD-related
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genes such as CATHEPSIN B-LIKE CYSTEINE PROTEASE and
METACASPASEY were up-regulated during differentiation of early embryos.
Three homologs to the MEE49, MEE66 and ATHB22/MEEG6S genes (MEE =
MATERNAL EFFECT EMBRYO ARREST) were differentially expressed
during early embryo differentiation. In Arabidopsis, several genes expressed
from the female gametophyte, including MEE genes, have major effect on
embryo development. MEE49 is crucial for endosperm development and
MEE66 and ATHB22/MEEG6S are involved in early embryo development
(Pagnussat et al., 2005). A Norway spruce chitinase gene, Chia4-Pa, is
expressed in megagametophyte tissues of the seed and in certain cells at the
base of the embryonal mass in embryogenic cultures (Wieweger et al., 2003). It
is thus tempting to speculate about the presence of so-called ‘nurse cells’ in our
embryogenic cultures and that genes such as Chia4-Pa and the MEE genes
possibly confer some megagametophyte-signaling function. An up-regulation
of the auxin-responsive gene SMALL AUXIN UP RNA and a down-regulation
of SUPERROOT! indicate an increased auxin biosynthesis during early
embryo development. Moreover, in the beginning of late embryo development
genes encoding the auxin receptor TIR1 and the auxin-induced protein IAA11
were up-regulated, suggesting that auxin response processes start to become
important concomitantly with the initiation of organogenesis of the embryos. A
putative homolog to LEUNIG (LUG) was up-regulated during early embryo
development. LUG and its close homolog LUH (LEUNIG HOMOLOG) are
involved in cell identity and SAM establishment and maintenance both in
flowers and in embryos (Stahle et al., 2009; Sitaraman et al., 2008). This
expression pattern suggests that the conifer homolog to LUG may potentially
be implicated in cell specification already during early embryo development.

We also found differentially expressed genes involved in the phase
transition from embryonic to vegetative development. Putative homologs to the
well-characterized master regulators LECI and ABI3 were found amongst our
differentially expressed genes. A Norway spruce homolog to ABI3, PaVPI, has
previously been identified in Norway spruce (Footitt, 2003). From this study
we chose to further focus our studies on these differentially expressed master
regulatory genes in Norway spruce (for more info on LEC! and ABI3 see also
1.3.2)

3.1.3 Evolution and Expression of Embryonic Genes (Il and appendix)

To search for more conifer homologs of LECI and the AFL genes, public EST
databases were screened. Only two genes highly similar to LECI and ABI3
were found in databases during the time point for our studies, and recent
searches in the transcriptome database from the Norway spruce genome project
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(http://congenie.org/) did not generate any additional genes. Furthermore, it has
been suggested that the LEC2 gene is specific to dicotyledonary angiosperms
(Sreenivasulu et al 2012). Still we cannot rule out that there in fact exist
homologs to FUS3 and LEC2 in conifers, considering that samples from
specific embryonal stages often are underrepresented in transcriptome libraries.

Two conifer LECI homologs, PaHAP3A and PsHAP3A, in Norway spruce
and Scots pine respectively, were isolated. Both genes encode sequences
similar to LEC1-type HAP3 subunits of the CCAAT-box binding factor (CBF,
or NF-Y) (Lotan et al., 1998). The encoded amino acids also include the
important asp 55, which has been shown to be important for proper binding to
the CBF-complex (H. Lee, 2003). The conifer LECI-type genes grouped
together as a conifer-specific subclade among the other LEC/-type genes. The
phylogenetic analysis shows that an ancestral LEC[-type gene was probably
present in a common ancestor of all seed plants. A homologous gene to ABI3,
PaVP1, has previously been described for Norway spruce (Footitt, 2003). We
isolated its Scots pine homolog, PsVPI. B3 factors comprise a large gene
family of plant specific transcription factors. The conifer homologs group
closest to angiosperm ABI/VPI genes within the AFL clade (4B13, FUS3 and
LEC2).

Expression patterns of the Scots pine PsHAP3A and PsVPIl genes were
assayed during both zygotic and somatic embryogenesis and expression
patterns of the Norway spruce PaHAP3A and PaVPI genes were assayed
during somatic embryogenesis. Our results show that the expression of
PaHAP3A4 and PsHAP3A is high during early embryo development and that the
expression gradually decreases during the maturation phase. Various studies in
angiosperms have shown that LECI-type genes are highly expressed during
early seed development and continue to play important roles throughout
embryo maturation, by regulating AFL genes but also directly targeting genes
of the fatty acid biosynthesis pathway (Braybrook & Harada, 2008; Santos-
Mendoza et al., 2008 and references within). The expression of PaVPI and
PsVP1 did not initiate until the maturation stage, and after the initial increase
remained at a high expression level. This pattern is similar for angiosperm
ABI3/VPI genes, which have been shown to initiate their expression upon the
onset of maturation and to be tightly correlated with ABA-dependent
regulation of seed protein gene expression (Santos-Mendoza et al., 2008;
Gutierrez et al., 2007 and references within). The complementary expression
profiles of the conifer LEC1-type and ABI3/VPI genes indicate direct or
indirect regulation, or at least a common regulatory system. Complex
interactions, including several feedback loops, of LECI and the AFL genes
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have been demonstrated by numerous studies in Arabidopsis (see e.g.
Sreenivasulu & Wobus, 2013; Kagaya, 2005).

To further investigate the role of PaHAP3A4 during embryo maturation and
germination, transgenic cultures harboring a B-estradiol inducible PaHAP3A
transgene were established. Embryogenic cultures overexpressing PaHAP3A
during embryo maturation displayed a mild delay of maturation progression,
although the total yield of mature cotyledonary embryos was similar to
untreated controls. However, some of the embryos from the transgenic cultures
developed ectopic embryos, a phenotype not detected in any non-transformed
control culture. During embryo germination no visible delay in germination
progression could be observed, nor did induced germinating embryos display
any deviating phenotype. In Arabidopsis, studies have shown that exogenous
supplementation of ABA strengthens embryonic phenotypes of ectopic LECI
action during germination (Junker et al., 2012; Kagaya, 2005). Exogenous
supplementation of ABA during germination did not affect induced transgenic
PaHAP3A embryos. No ectopic phenotype was observed on induced
germinated embryos, nor did embryos display ectopic embryonal storage
compound accumulation, such as lipids or starch.

The phylogenetic analysis of LECI-type genes revealed that the conifer
genes formed a distinct conifer-specific subclade separated from their
angiosperm counterparts. Furthermore, the expression analyses indicated low
expression levels of the conifer genes throughout embryo maturation, in
contrast to the increase in angiosperm LECI expression levels during later
maturation stages. In addition, ectopic expression of PaHAP3A did not display
embryonal and postembryonic phenotypes similar to those observed for LECI
overexpression in angiosperms. Taken together, this suggests a divergent
evolutionary history of the conifer and angiosperm LECI-type genes,
indicative of either neo- or subfunctionalization. In contrast, the conifer
ABI3/VPI homologs display similarities closer to their angiosperm homologs,
both considering gene expression patterns and phylogeny.

3.1.4 Embryogenic potential is retained by histone deacetylase inhibition (Il
and appendix)

In many plants, including the conifers, embryogenic cultures are routinely
established from immature or mature zygotic embryos. When the plants start
their vegetative growth period, upon the onset of germination, the capacity to
initiate embryogenic cultures is rapidly decreased — i.e. they loose their
embryogenic potential (Bonga et al., 2009). However, rare exceptions are
found in the literature, e.g. Klimamaszewska and colleagues found that
individual genotypes of 10 year old trees derived from somatic embryos still
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harbored the capacity to initiate embryogenic tissues (Klimaszewska et al.,
2010). There is a great interest to be able to propagate trees with valuable traits
via somatic embryogenesis. To be able to do this, more knowledge on the
molecular regulation of totipotency and embryogenic potential in plants is
required.

The gradual loss of embryogenic potential together with the rapid genetic
switchover during germination can, at least partly, be attributable to epigenetic
changes. Histone acetylation, together with certain specific histone methylation
marks, are essential for proper transcription of embryonic genes (Bemer &
Grossniklaus, 2012; Holec & F. Berger, 2012). The action of histone
deacetylases (HDACs), and demethylases, are thus crucial for proper
repression of the embryonic gene program, prior to the transition to the
vegetative phase of growth (Bouyer et al., 2011; Tai et al., 2005).

Genome-wide inhibition of histone deacetylases (HDACs) using the
chemical inhibitor trichostatin A (TSA) was investigated during maturation and
germination of somatic embryos of Norway spruce. During embryo maturation,
cultures treated with TSA continued to proliferate, and maturation progression
was arrested. In addition, when embryos were treated with TSA during the first
10 days of germination, vegetative development was partially inhibited by the
HDAC inhibitor simultaneously as the competence to differentiate
embryogenic tissue was maintained at a level corresponding to that of mature
embryos (80%). However, once embryogenic competence in germinating
embryos already had decreased, HDAC inhibition was not enough to regain
totipotency, but only enough to retain the level of competence to that of the
level before treatment. The expression of embryonic genes was altered by
HDAC inhibition. HDAC inhibition during maturation led to a maintained
expression of PaHAP3A and a repression of PalVPl, contrary to their
expression in untreated cultures. During germination, altered embryonic gene
expression was not detected; in fact, we could not detect any expression of the
genes either in treated or untreated embryos.

Reports in angiosperms have earlier suggested an important role of cytosine
methylation patterns and embryogenic competence (Elhiti et al., 2010 and
refrences within). The effect of DNA hypomethylation on embryogenic
potential and embryo maturation was also studied in somatic embryos of
Norway spruce using the methyltransferase inhibitor zebularine (1-(B8-D-
ribofuranosyl)-1,2-dihydropyrimidine-one). Zebularine is a more stable
cytidine analogue, but with an analogous mode of action, than the commonly
used 5-azacytidine (Baubec et al., 2009). Supplementation of zebularine during
embryo maturation led to a rapid degeneration and death of treated cultures
(unpublished data). Thus, proper DNA methylation patterns seem to be crucial
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during embryo maturation. However, to further study the effects of repressed
methylase activities on maturation, more thorough dose-dependent methylation
inhibitor assays are needed. Treatment of embryos during germination was not
lethal, but only partially inhibited germination progression, similar to the
effects of TSA to germinating embryos. However, unlike TSA-treated
embryos, inhibition of DNA methylation did not increase embryogenic
potential (unpublished data).

Taken together, it is tempting to speculate that only some cells remain
totipotent during germination in the presence of TSA, and thus retain their
capacity to differentiate embryogenic tissue, and if it would be possible to
isolate these cells it would then be possible to see an altered embryonic gene
expression. Reporter gene studies are now being assayed to see if embryos
germinated on TSA in fact retain an ectopic expression of PaHAP3A.

3.2 Reproductive Development (lll and 1V)

The presence of a gradient of developmental stages over the tree makes
conifers an attractive model for studying developmental transitions in plants.
However, conifers do not set cones every year, thus complicating studies of the
reproductive identity initiation and reproductive organ development. The
interval between cone-producing years varies, but is usually 3-5 years once the
tree reaches general reproductive maturity (Tirén, 1935). To gain knowledge of
the events that determine vegetative or reproductive fates in a shoot, we took
advantage of the early cone setting properties of the naturally occurring
acrocona mutant.

3.2.1 Characterization of the acrocona mutant (lll and V)

The mutant phenotype of an acrocona tree was first recognized as a naturally
occurring variety that produced cones regularly and at positions not normally
observed for Norway spruce (Fries, 1890). An acrocona cone is typically
characterized by a conversion from vegetative to reproductive identity
(compare Figure 4A to 4B-F). The conversion follows a gradient from the base
of a vegetative leading shoot to the top where sometimes a full transition to
reproductive structures has taken place (Figure 4B-D). The transition is
represented by an alteration in needle morphology, as the needles are broader
and more resembles bracts the further along the base-top gradient they reside
(Figure 4C-D). The conversion to reproductive character also brings an altered
phyllotactic pattern and a decrease in ergastic substances, normally present in
vegetative shoots. Along the base-top gradient ovuliferous scale-like structures
emerge in the axil of bract-like needles (Figure 4E). The conversion is more
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pronounced at apical positions of the tree, and at more basal regions, where the
phenotype is less penetrant, the meristem does not terminate and a vegetative
shoot can emerge the next growth season. A wild type ovuliferous scale
consists of a single structure with two ovules forming with their integuments
facing the cone axis. Ovuliferous-scale-like structures of the acrocona mutant
display bifurcated or fused scales that at their most basal position on the shoot
can consist of three scales that all can carry an ovule-like structure with
integuments containing ovules that are inverted (Figure 4E- F). Based on our
observations it is tempting to draw parallels to inflorescence mutants found in
angiosperms (Ungerer et al., 2002).

Fertile scale

Sterile scale

Ovule

Fertile scale

Figure 4. Homeotic conversion of vegetative shoots to shoots with female identity in acrocona.
(A) Wild-type Norway spruce female cone at pollination. (B-D) transition shoot structure of
acrocona: after bud burst in spring (B), after shoot elongation in late spring (C), and a close-up of
a transition cone after bud burst (D). Needles are formed at basal position of the shoot and a
gradual transition towards broader, ‘bract-like’ structures with red apices appears along a gradient
towards the apex of the shoot. (E) Part of an acrocona shoot displaying a three-lobed ovuliferous-
scale-like structure axillary to needles/bracts (which have been removed for clarity). (F) Scanning
electron micrograph image of an ovuliferous scale-like structure from acrocona with three scales
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united at their base and each carrying ovule-like structures (arrows). Bar = 500 uM. (G) Adaxial
view of a reconstructed flower structure of the Permian conifer Pseudovoltzia liebeana, after
Clement-Westerhof (1988). (H-K) Inbred acrocona plants grown under accelerated growth
conditions displaying wild-type (H) and transition cone (I) phenotype after three growth cycles.
(J) Close-up of the transition cone in (I). (K) Inbred plant with an intermediate acrocona
phenotype with numerous lateral shoots after five accelerated growth cycles. Photos: 4A-4F
Annelie Carlsbecker.

We generated a population of inbred siblings from two acrocona trees and
raised the offspring under accelerated growth conditions in a phytotron unit
(one calendar year corresponded to three growth seasons for the plants). Out of
75 inbred acrocona plants 19 set cones already during the third growth cycle
(approximately 1/4). Inbred siblings from a second crossing showed a similar
segregation pattern (three out of sixteen produced cones after three growth
cycles). Together, our segregation patterns further strengthen the hypothesis
suggested by Achere et al (2004), that the acrocona phenotype is a single
monogenic trait; we assume that the parents are heterozygous for the mutation
and that the early cone-setting phenotype was manifested only in homozygous
plants. After additional growth cycles more individuals displayed cone-related
phenotypes; however, control plants did not produce cones and grew normally
during the duration of the experiment (five growth cycles). Inbred acrocona
plants raised under accelerated growth conditions displayed a remarkable
phenotype in that they produced a cone on the top apical shoot (Figure 4I-J).
The number of cones set by each cone-setting inbred plant varied from one to
eleven and every cone-setting plant terminated a cone on the apical shoot. The
cones resembled the intermediate cone phenotype found on older acrocona
trees (Figure 4D and J). Similarly to older trees, needles were formed in the
base of a cone-like shoot and the more apically along the axis they appeared
the more broad and bract-like they became. Phenotypes emerging the fourth
growth cycle included a spirally arranged congregation of lateral shoots within
the boundaries of a single shoot, in the position normally occupied by
ovuliferous scales, suggesting that this multiple shoot aggregation could be the
effect of an indeterminate meristem (Figure 4K).

The intermediate transition cone phenotype of acrocona display similarities
to the reproductive shoot of extinct Voltziales species (compare Figure 4F to
4G). Thus, at least morphologically, our observations of the acrocona
phenotype seem to support Florin’s theory that the origin of the modern
seemingly simple structure of an ovuliferous scale has an origin in more
elaborate short shoots of extinct conifer genera (possibly via a planation
process) (Florin 1951; Clement-Westerhoff 1988). The cause of this proposed
reduction, whether the process was sudden or if it required many intermediate
stages, is presently not known. However, modern molecular genetics have
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shown that complex morphological and physiological traits do not have to be
explained by intricate series of condensations and intermediates, but can
simply be explained by simple shifts in regulatory gene expression (reviewed
in Mathews & Kramer, 2012).

3.2.2 Gene expression during reproductive development (1V)

Studies on plant reproductive identity and development in angiosperms have
generated an intricate gene regulatory network that is dominated by proteins
encoding MADS-domain transcription factors (Dornelas et al., 2011). Norway
spruce homologs to MADS-box genes and the FM identity gene LFY have
previously been identified (See also 1.4.2). In Table 2 previously characterized
genes together with five novel genes (DAL4, DALY, DALI4, DALI9 and
DAL21) paralogous to characterized MADS-box genes are presented.

Table 2. Expression pattern of previously described MADS-box and LEAFY genes (black text) as
well as novel MADS-box genes (blue text) in seed and pollen cones of Norway spruce. Plus signs
(+) indicate that the gene is active in tested tissues, minus signs (-) indicate no gene activity, and
(n.a.) signifies that the genes have not been tested.

Gene Expression in Expression in  References

name seed cones pollen cones

LFY + + Carlsbecker et al 2004, Vazquez-Lobo et al 2007

NLY + + Carlsbecker et al 2004, Vazquez-Lobo et al 2007

DALI1 + + Tandre et al 1995, Carlsbecker et al 2004

DAL2 + + Tandre et al 1995, Tandre et al 1998

DAL3 + + Tandre et al 1995

DAL4 n.a n.a. Carlsbecker et al 2013

DALY n.a n.a Carlsbecker et al 2013

DAL10  + + Carlsbecker et al 2003

DALI1 - + Sundstrom et al 1999, Sundstrém & Engstrom
2002

DALI12 - + Sundstrom et al 1999, Sundstrém & Engstrom
2002

DALI3 - + Sundstrom et al 1999, Sundstrém & Engstrom
2002

DAL14 + + Carlsbecker et al 2013

DALI19 + + Carlsbecker et al 2013, Uddenberg et al 2013

DAL21 + - Carlsbecker et al 2013

A comprehensive set of gymnosperm and angiosperm genes was used to
generate a consensus phylogeny of previously characterized and novel MADS-
box genes. Phylogenetic inferences suggest relationships of: DALI4 to DALI,
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DAL4, DALY and DALI19 to DAL3; and DAL21 to DALI0. Furthermore, the
analysis revealed that most conifer genes form clades with characterized
angiosperm genes: DALI and DALI4 group together with the angiosperm
AGL6/SEP clade; DAL2 with the AG clade; and DAL3, DAL4 DALY and
DAL19 with the TM3/AGLI14 clade. DALIO and DAL2I group with a
previously proposed gymnosperm-specific clade described as the GGM7
GNETUM GNEMON MADS?) clade (Carlsbecker et al., 2003).

To study MADS and LFY genes during Norway spruce reproductive
development, end-point RT-PCR and extensive in situ hybridization assays
were performed at distinct developmental stages. Furthermore, the homeotic
conversion of intermediate acrocona cones was utilized to discern regulatory
gene expression differences in the mutant. Among the novel genes, DAL4 and
DALY were not assayed. DALI4 was expressed in both female and male
reproductive organs, DALI9 was expressed in most tissues and DAL21 was
specific to female reproductive organs. Most novel genes were often found to
be expressed in patterns that deviated from those of their previously described
paralogs (Carlsbecker et al., 2004; 2003; Tandre et al., 1998) but with some
overlapping, implying functional divergence. One interesting notion is the
expression pattern of DALI4, which during early development was expressed
in ovuliferous scales and displayed pronounced activity in the medial apical
domain and the lateral parts in which the ovules later develop.

The transition phenotype of acrocomna cones can be interpreted as an
indeterminacy of the meristem to terminate, whereby axillary meristem
function remains to produce the shoot-like phenotype seen in the base of the
cone. Interestingly, DALI4 was the only analyzed gene that was differentially
expressed between normal cones and acrocona cones. The expression was
absent in transition cones, or expressed only in the most apical position of the
cone, in ovuliferous scales with a functional appearance. It is tempting to
speculate that this differential expression pattern can be related to the aberrant
morphology of the acrocona cone. The pattern suggests that the normal
function of DAL14 is to either suppress meristem activity or to restrict multiple
scale formation during ovuliferous scale development. The DALI4 group
together with the AGL6/SEP clade, a group in which angiosperm genes are
involved in both floral meristem and organ identity determination (reviewed in
Melzer et al., 2010). Furthermore a Gnetum gnemon homolog to AGL6-
proteins has been shown to form multimeric complexes (floral quartets) with
B- and C-class proteins, similar to SEP-proteins in angiosperms (Y.-Q. Wang
et al., 2010). This, in turn might suggest that a putative ‘floral quartet’ complex
formation specifying meristem identity in modern cones is lacking in acrocona
cones, as a result from the absence of DAL14 activity. Put in an evolutionary
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perspective, the reduction from a more ancient shoot-like ovuliferous scale to
the modern simple structure might have occurred simply by changes in
expression patterns of an ancestral DALI4 gene, from a central position to
lateral/apical areas, which might have arrested the more shoot-like scales.
These are tempting speculations, although functional evidence is needed to
verify evolutionary theories and to draw conclusions about the role of MADS-
box genes in conifer reproductive development.

3.2.3 Differential Expression During Initiation of the Cone (1V)

To predict if a shoot will take on vegetative or reproductive identity is difficult,
since by the time distinguishable features emerge, the initiation signal is
probably already gone. Inbred acrocona plants, raised under accelerated
growth conditions, results in cone-setting plants that initiates a cone at the
position of the top apical shoot during the second growth cycle, and develop
cones during the third growth cycle. In this unique plant material we can
therefore sample material that will enable us to capture the tissue in which the
earliest signals for reproductive competence can be captured.

To find a potential cone-inducing factor, samples were collected during the
second growth cycle, when the shoots started to elongate after bud flush.
Samples included 5-6 needles from the top apical shoot and needles from a
more basal shoot, in which a vegetative identity was expected. The plants were
then left to progress into the third cycle and, as predicted, cone phenotypes
emerged and could be recorded. This provided a sample population where
possible cone-inducing factors could be reliably separated from non-inducing
factors. mRNA from samples collected during the second growth cycle
(including the putative cone-inducing factor) and third growth cycle were
extracted and a massively parallel sequencing approach was chosen to identity
differential expression profiles.

The sequencing generated 136 Gb of RNA sequence, including between 58
and 270 Mb per sample with an estimated coverage of 100X for exonic
regions. At the time point for the study no gymnosperm genome sequence was
available. Hence, both a de novo and an ab initio (using a wide-ranging set of
27,720 white spruce transcripts as reference, Rigault et al., 2011) assembly
approach were conducted. The ab initio method detected an 83% overlap to the
white spruce sequences and the de novo approach generated a total of 83,650
ORFs. Putative orthologous groups of the translated transcripts were detected
together with the white spruce sequences protein sets from Arabidopsis. The
acrocona ORFs were present in 19,865 orthologous groups and 71% of these
also contained white spruce and Arabidopsis proteins, indicating that at least a
corresponding set of 19,439 (35%) reconstructed acrocona ORFs are valid. To
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further detect differentially expressed genes between our samples Bowtie2,
Cufflinks, Cuffmerge and Cuffdiff (Trapnell et al., 2012) were used to totally
yield expression estimates for 33,383 transcripts. Subsequently, transcript
abundance for samples from apical cone-setting shoots with basal non-cone-
setting shoots of the same acrocona plants were discriminated, which
generated 132 significantly differentially expressed transcripts. A comparison
of apical shoots from cone-setting and non-cone-setting acrocona individuals
identified 219 differentially expressed genes. When combined, these two data
sets identified a total set of 8 differentially expressed transcripts. Seven of the
differentially expressed genes were down-regulated in cone-setting plants and
functional annotation against known plant species implied that these transcripts
have potential roles in cell wall composition during meristem and organ
development, cell signaling and plant stress response. Interestingly, the ORF of
the single transcript that was identified as being significantly up-regulated in
shoots that the next growth cycle set a cone, was identical to the MADS-box
gene DALI9Y. Phylogenetic reconstruction, similarly to the comprehensive
MADS-box phylogeny, grouped the DALI9 sequence to the characterized
angiosperm TM3/AGLI4 clade. This clade includes the well-described
Arabidopsis floral integrator SOCI. The DALI9 gene specifically groups
together with other gymnosperm and Norway spruce genes such as DAL3,
DAL4 and DALY9. Thus clear orthology to a single angiosperm gene could not
be found.

We specifically searched for differential expression of SPL genes in our
mRNA data set, but did not find any significant up- or down-regulations. We
do not rule out the possibility that SPL genes and miRNAs are important for
reproductive competence and cone-setting in conifers. Samples collected over
a broader spatio-temporal gradient would probably be key in resolving possible
conservation and/or divergence patterns of miRNAs and SPL-genes between
angiosperms and gymnosperms.

In addition to the mRNA sequencing, directed qRT-PCR analyses using
DALI9 and eight additional selected potential candidate genes (DALI, DAL2,
DAL3, DALY and DAL10, LFY, NLY and the Norway spruce F7/TFLI homolog
PaFTL2 (PaFTL2: Karlgren et al.,, 2013; 2011) were assayed to provide
independent acrocona gene expression data for the cone initiation event. The
analysis showed that only DALI9 up-regulation was significantly associated
with the early cone-setting. This further reinforced the assumption that DAL/9
might be a potentially important factor for the early cone-setting phenotype in
acrocona. Another interesting observation from the targeted gene expression
experiments was that DAL, previously potentially linked to the vegetative to
reproductive transition in Norway spruce (Carlsbecker et al., 2004), showed a
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dramatic expressional increase in an individual that set a total of eight cones
during the growth cycle after sample collection. Yet another trend visible from
the experiments, was that the DAL10 gene showed an up-regulation in samples
from cone-producing plants, collected during the growth cycle where cones
were already present. This is also in correspondence to previous observations
made by Carlsbecker and colleagues, where they hypothesized a role of DAL10
in specifying reproductive shoot identity (Carlsbecker et al., 2003).

Taken together, expression profiles and localization studies, as well as
phylogenetic relationship, suggest a central role for DALI9 in the vegetative to
reproductive transition in conifers. An attractive hypothesis is that the ancestral
function of DALI9/SOCI genes might have involved the regulation of phase
transitions in common ancestral plants. However, functional studies are needed
to further assess the role of DAL19 in reproductive development.
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4 Conclusion

Important processes during early somatic embryo development include
response to biotic and abiotic stress, programmed cell death, auxin biosynthesis
and response, cell specification, potential nurse cell signaling and preparation
for the embryonic to vegetative phase transition.

PaHAP3A encodes a putative homolog to angiosperm LECI1-type HAP3
factors. Data presented suggest functional divergence between the
gymnosperm and angiosperm lineages.

Proper histone deacetylase (HDAC) activity is crucial for embryo maturation
progression and normal embryonic gene expression. The rapid loss of
embryogenic potential typically observed following germination can be
blocked by inhibition of HDAC activity.

The acrocona mutant is characterized by early cone-setting and the occasional
gradual transformation of vegetative shoots to female cones. The absence in
expression of an AGAMOUS-LIKE6/SEPALLATA (AGL6/SEP) homolog
may be functionally associated with the non-determinate development of the
ovule-bearing scale of acrocona.

Inbred acrocona plants grown under accelerated growth conditions produced

cones within one calendar year. The initiation of the early cones is associated
with increased transcriptional activity of the MADS-box gene DALI9.
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5 Future perspectives

The possibility to initiate embryogenic cultures from older trees would greatly
aid forest tree breeding. To accomplish this, further basic research is needed in
order to comprehend dedifferentiation processes and plant totipotency.

The acrocona mutant holds the potential to be incorporated into existing
breeding programs as e.g. a rootstock with early cone production properties.
Furthermore, the establishment of embryogenic cell cultures of acrocona
presents a possible rapid cycle model system, in which transgenic studies will
be possible.

Future research topics include:

» Investigate the epigenetic regulation of totipotency and dedifferentiation in
conifers. The recent availability of genome sequences enables e.g.
characterization of global patterns of histone methylation (H3K27me3 and
Polycomb) changes during the embryonic to vegetative phase transition.

» Functionally characterize potential master regulators of conifer
embryogenesis. Transgenic lines utilizing reporter genes and constitutive
overexpression are currently being assessed, to further elucidate the role of
PaHAP3A during embryogenesis and its involvement in the embryogenic
potential.

» Functional testing of previously identified conifer MADS-box genes
homologous to angiosperm ABC genes, using transgenic embryogenic cell-
lines of the acrocona mutant.

» Investigate the role of DALI9 on reproductive development in conifers,
using transgenic studies.

55



56



References

Abe, M., Kobayashi, Y., Yamamoto, S., Daimon, Y., Yamaguchi, A., Ikeda, Y., Ichinoki, H.,
Notaguchi, A., Goto, K. & Araki, T. (2005). FD, a bZIP Protein Mediating Signals From the
Floral Pathway Integrator FT at the Shoot Apex. Science (New York, NY), 309(5737), 1052—
1056.

Achere, V., Faivre-Rampant, P. & Jeandroz, S. (2004). TAG Theoretical and Applied Genetics,
Volume 108, Number 8 - SpringerLink. TAG Theoretical and ....

Amasino, R. (2010). Seasonal and Developmental Timing of Flowering. The Plant journal : for
cell and molecular biology, 61(6), 1001-1013.

Amasino, R. M. & Michaels, S. D. (2010). The Timing of Flowering. PLANT PHYSIOLOGY,
154(2), 516-520.

Andrés, F. & Coupland, G. (2012). The Genetic Basis of Flowering Responses to Seasonal Cues.
Nature Reviews Genetics, 13(9), 627-639.

Arthur, W. (2002). The Emerging Conceptual Framework of Evolutionary Developmental
Biology. Nature, 415(6873), 757-764.

Atta, R., Laurens, L., Boucheron-Dubuisson, E., Guivarc’h, A., Carnero, E., Giraudat-Pautot, V.,
et al. (2009). Pluripotency of Arabidopsis Xylem Pericycle Underlies Shoot Regeneration
From Root and Hypocotyl Explants Grown in Vitro. The Plant Journal, 57(4), 626—644.

Aukerman, M. J. & Sakai, H. (2003). Regulation of Flowering Time and Floral Organ Identity by
a MicroRNA and Its APETALA2-Like Target Genes. The Plant cell, 15(11), 2730-2741.

Baubec, T., Pecinka, A., Rozhon, W. & Mittelsten Scheid, O. (2009). Effective, Homogeneous
and Transient Interference with Cytosine Methylation in Plant Genomic DNA by Zebularine.
The Plant Journal, 57(3), 542-554.

Baud, S. & Lepiniec, L. (2009). Regulation of De Novo Fatty Acid Synthesis in Maturing
Oilseeds of Arabidopsis. Plant physiology and biochemistry : PPB / Société francaise de
physiologie végétale, 47(6), 448—455.

Bayer, M., Nawy, T., Giglione, C., Galli, M., Meinnel, T. & Lukowitz, W. (2009). Paternal
Control of Embryonic Patterning in Arabidopsis Thaliana. Science (New York, NY),
323(5920), 1485-1488.

57



Béaumlein, H., Misera, S., Luerssen, H., Kolle, K., Horstmann, C., Wobus, U., et al. (1994). The
FUS3 Gene of Arabidopsis Thaliana Is a Regulator of Gene Expression During Late
Embryogenesis. The Plant journal : for cell and molecular biology, 6(3), 379-387.

Béurle, I. & Dean, C. (2006). The Timing of Developmental Transitions in Plants. Cell, 125(4),
655-664.

Bemer, M. & Grossniklaus, U. (2012). Dynamic Regulation of Polycomb Group Activity During
Plant Development. Current opinion in plant biology, 15(5), 523-529.

Benkova, E., Michniewicz, M., Sauer, M., Teichmann, T., Seifertova, D., Jiirgens, G., et al.
(2003). Local, Efflux-Dependent Auxin Gradients as a Common Module for Plant Organ
Formation. Cell, 115(5), 591-602.

Berger, N., Dubreucq, B., Roudier, F., Dubos, C. & Lepiniec, L. (2011). Transcriptional
Regulation of Arabidopsis LEAFY COTYLEDON?2 Involves RLE, a Cis-Element That
Regulates Trimethylation of Histone H3 at Lysine-27. THE PLANT CELL ONLINE, 23(11),
4065-4078.

Bergonzi, S. & Albani, M. C. (2011). Reproductive Competence From an Annual and a Perennial
Perspective. Journal of experimental botany, 62(13), 4415-4422.

Birol, I., Raymond, A., Jackman, S. D., Pleasance, S., Coope, R., Taylor, G. A, et al. (2013).
Assembling the 20 Gb White Spruce (Picea Glauca) Genome From Whole-Genome Shotgun
Sequencing Data. Bioinformatics (Oxford, England), 29(12), 1492-1497.

Bonga, J. M., Klimaszewska, K. K. & Aderkas, P. (2009). Recalcitrance in Clonal Propagation, in
Particular of Conifers. Plant Cell, Tissue and Organ Culture (PCTOC), 100(3), 241-254.

Borner, R., Kampmann, G. & Chandler, J. (2000). A MADS Domain Gene Involved in the
Transition to Flowering in Arabidopsis - Borner - 2008 - the Plant Journal - Wiley Online
Library. The Plant ...

Boutilier, K., Offringa, R., Sharma, V. K., Kieft, H., Ouellet, T., Zhang, L., et al. (2002). Ectopic
Expression of BABY BOOM Triggers a Conversion From Vegetative to Embryonic Growth.
The Plant cell, 14(8), 1737-1749.

Bouyer, D., Roudier, F., Heese, M., Andersen, E. D., Gey, D., Nowack, M. K., et al. (2011).
Polycomb Repressive Complex 2 Controls the Embryo-to-Seedling Phase Transition. Plos
Genetics, 7(3), €1002014.

Bowman, J. L., Alvarez, J., Weigel, D., MEYEROWITZ, E. M. & Smyth, D. R. (1993). Control
of Flower Development in Arabidopsis Thaliana by APETALAI1 and Interacting Genes. ....

Bowman, J. L., Smyth, D. R. & MEYEROWITZ, E. M. (1991). Genetic Interactions Among
Floral Homeotic Genes of Arabidopsis. Development.

Bowman, J. L., Smyth, D. R. & Meyerowitz, E. M. (2012). The ABC Model of Flower
Development: Then and Now. Development, 139(22), 4095-4098.

Bozhkov, P. V. (2005). Cysteine Protease mcll-Pa Executes Programmed Cell Death During
Plant Embryogenesis. Proceedings of the National Academy of Sciences, 102(40), 14463—
14468.

Bozhkov, P. V., Filonova, L. H., Suarez, M. F., Helmersson, A., Smertenko, A. P., Zhivotovsky,
B., et al. (2004). VEIDase Is a Principal Caspase-Like Activity Involved in Plant Programmed
Cell Death and Essential for Embryonic Pattern Formation. Cell death and differentiation,
11(2), 175-182.

58



Braybrook, S. & Harada, J. (2008). LECs Go Crazy in Embryo Development. Trends in plant
science, 13(12), 624-630.

Braybrook, S. A. (2006). Genes Directly Regulated by LEAFY COTYLEDON2 Provide Insight
Into the Control of Embryo Maturation and Somatic Embryogenesis. Proceedings of the
National Academy of Sciences, 103(9), 3468-3473.

Cairney, J. & Pullman, G. S. (2007). The Cellular and Molecular Biology of Conifer
Embryogenesis. New Phytologist, 176(3), 511-536.

Carlsbecker, A. (2002). MADS-Box Gene Phylogeny and the Evolution of Plant Form :
Characterisation of a Family of Regulators of Reproductive Development From the Conifer
Norway Spruce, Picea Abies.Diss. Uppsala University.

Carlsbecker, A., Sundstrom, J., Tandre, K., Englund, M., Kvarnheden, A., Johanson, U., et al.
(2003). The DAL10 Gene From Norway Spruce (Picea Abies) Belongs to a Potentially
Gymnosperm-Specific Subclass of MADS-Box Genes and Is Specifically Active in Seed
Cones and Pollen Cones. Evolution & development, 5(6), 551-561.

Carlsbecker, A., Tandre, K., Johanson, U., Englund, M. & Engstrom, P. (2004). The MADS-Box
Gene DAL Is a Potential Mediator of the Juvenile-to-Adult Transition in Norway Spruce
(Picea Abies). The Plant Journal, 40(4), 546-557.

Casson, S. A. & Lindsey, K. (2006). The Turnip Mutant of Arabidopsis Reveals That LEAFY
COTYLEDONI1 Expression Mediates the Effects of Auxin and Sugars to Promote Embryonic
Cell Identity. PLANT PHYSIOLOGY, 142(2), 526-541.

Causier, B., Schwarz-Sommer, Z. & Davies, B. (2010). Floral Organ Identity: 20 Years of ABCs.
Seminars in cell & developmental biology, 21(1), 73-79.

Chen, L. T., Luo, M., Wang, Y. Y. & Wu, K. (2010). Involvement of Arabidopsis Histone
Deacetylase HDA6 in ABA and Salt Stress Response. Journal of experimental botany, 61(12),
3345-3353.

Ciavatta, V. T., Egertsdotter, U., Clapham, D., Arnold, von, S. & Cairney, J. (2002). A Promoter
From the Loblolly Pine PtNIP1;1 Gene Directs Expression in an Early-Embryogenesis and
Suspensor-Specific Fashion. Planta, 215(4), 694—698.

Ciavatta, V. T., Morillon, R., Pullman, G. S., Chrispeels, M. J. & Cairney, J. (2001). An
Aquaglyceroporin Is Abundantly Expressed Early in the Development of the Suspensor and
the Embryo Proper of Loblolly Pine. PLANT PHYSIOLOGY, 127(4), 1556-1567.

Clement-Westerhof, J. (1988). Morphology and Phylogeny of Paleozoic Conifers. In: Beck, C.B.
(ed), Origin and Evolution of Gymnosperms. New York: Columbia Univeersity Press, 298-
338.

Coen, E. S. & Meyerowitz, E. M. (1991). The War of the Whorls: Genetic Interactions
Controlling Flower Development. Nature, 353(6339), 31-37.

Corbesier, L. & Coupland, G. (2006). The Quest for Florigen: a Review of Recent Progress.
Journal of experimental botany, 57(13), 3395-3403.

Corbesier, L., Vincent, C., Jang, S., Fornara, F., Fan, Q., Searle, ., et al. (2007). FT Protein
Movement Contributes to Long-Distance Signaling in Floral Induction of Arabidopsis.
Science (New York, NY), 316(5827), 1030-1033.

Curaba, J., Moritz, T., Blervaque, R., Parcy, F., Raz, V., Herzog, M., et al. (2004). AtGA30x2, a
Key Gene Responsible for Bioactive Gibberellin Biosynthesis, Is Regulated During

59



Embryogenesis by LEAFY COTYLEDON?2 and FUSCA3 in Arabidopsis. PLANT
PHYSIOLOGY, 136(3), 3660-3669.

De Smet, 1., Lau, S., Mayer, U. & Jiirgens, G. (2010). Embryogenesis - the Humble Beginnings of
Plant Life. The Plant journal : for cell and molecular biology, 61(6), 959-970.

Ditta, G., Pinyopich, A., Robles, P., Pelaz, S. & Yanofsky, M. F. (2004). The SEP4 Gene of
Arabidopsis Thaliana Functions in Floral Organ and Meristem Identity. Current biology : CB,
14(21), 1935-1940.

Dornelas, M. C., Patreze, C. M., Angenent, G. C. & Immink, R. G. H. (2011). MADS: the
Missing Link Between Identity and Growth? Trends in plant science, 16(2), 89-97.

Elhiti, M., Tahir, M., Gulden, R. H., Khamiss, K. & Stasolla, C. (2010). Modulation of Embryo-
Forming Capacity in Culture Through the Expression of Brassica Genes Involved in the
Regulation of the Shoot Apical Meristem. Journal of experimental botany, 61(14), 4069—
4085.

Eriksson, G., Ekberg, 1. & Clapham, D. (2006). An Introduction to Forest Genetics. 2.ed.
Uppsala. ISBN 91-576-7190-7.

Eshed, Y., Baum, S. F. & Bowman, J. L. (1999). Distinct Mechanisms Promote Polarity
Establishment in Carpels of Arabidopsis. Cell, 99(2), 199-209.

Farjon, A. (2008). A4 Natural History of Conifers. Portland, Oregon: Timber Press.

Feng, S., Jacobsen, S. E. & Reik, W. (2010). Epigenetic Reprogramming in Plant and Animal
Development. Science (New York, NY), 330(6004), 622—627.

Ferrandiz, C., Gu, Q., Martienssen, R. & Yanofsky, M. F. (2000). Redundant Regulation of
Meristem Identity and Plant Architecture by FRUITFULL, APETALA1 and
CAULIFLOWER. Development, 127(4), 725-734.

Filonova, L., Bozhkov, P., Brukhin, V., Daniel, G., Zhivotovsky, B. & Arnold, von, S. (2000).
Two Waves of Programmed Cell Death Occur During Formation and Development of
Somatic Embryos in the Gymnosperm, Norway Spruce. Journal of Cell Science, 113(24),
4399-4411.

Finkelstein, R., Gampala, S. & Rock, C. (2002). Abscisic Acid Signaling in Seeds and Seedlings.
The Plant cell, 14, S15-S45.

Flachowsky, H., Hanke, M.-V., Peil, A., Strauss, S. H. & Fladung, M. (2009). A Review on
Transgenic Approaches to Accelerate Breeding of Woody Plants. Plant Breeding, 128(3),
217-226.

Flores-Renteria, L., Molina-Freaner, F., Whipple, A. V., Gehring, C. A. & Dominguez, C. A.
(2013). Sexual Stability in the Nearly Dioecious Pinus Johannis (Pinaceae). American Journal
of Botany, 100(3), 602—612.

Florin, R. (1951). Evolution in Cordaites and Conifers. Acta Horti Bergani, 15, 285-388.

Footitt, S. (2003). Expression of the Viviparous 1 (Pavpl) and P34cdc2 Protein Kinase (cdc2Pa)
Genes During Somatic Embryogenesis in Norway Spruce (Picea Abies [L.] Karst). Journal of
experimental botany, 54(388), 1711-1719.

Fries, T. M. (1890). Strodda Bidrag Till Kdnnedom Om Skandinaviens Barrtrad. Bot Not, 1, 250—
260.

Frohlich, M. W. & Meyerowitz, E. M. (1997). JISTOR: International Journal of Plant Sciences,
Vol. 158, No. 6 (Nov., 1997), Pp. S131-S142. International Journal of Plant Sciences.

60



Gaj, M. D., Zhang, S., Harada, J. J. & Lemaux, P. G. (2005). Leafy Cotyledon Genes Are
Essential for Induction of Somatic Embryogenesis of Arabidopsis. Planta, 222(6), 977-988.

Gatsuk, L. E., Smirnova, O. V. & Vorontzova, L. I. (1980). JSTOR: Journal of Ecology, Vol. 68,
No. 2 (Jul., 1980), Pp. 675-696.

Gazzarrini, S., Tsuchiya, Y., Lumba, S., Okamoto, M. & McCourt, P. (2004). The Transcription
Factor FUSCA3 Controls Developmental Timing in Arabidopsis Through the Hormones
Gibberellin and Abscisic Acid. Developmental cell, 7(3), 373-385.

Gentry, M. & Hennig, L. (2013). Remodelling Chromatin to Shape Development of Plants.
Experimental Cell Research.

Giraudat, J. (1992). Isolation of the Arabidopsis ABI3 Gene by Positional Cloning. THE PLANT
CELL ONLINE, 4(10), 1251-1261.

Goebel, K. (1890) Uber die Jugenzustinde der Pflanzen. Flora 72, 1-45.

Grafi, G., Florentin, A., Ransbotyn, V. & Morgenstern, Y. (2011). The Stem Cell State in Plant
Development and in Response to Stress. Frontiers in plant science, 2, 53.

Gramzow, L., Ritz, M. S. & Theissen, G. (2010). On the Origin of MADS-Domain Transcription
Factors. Trends in genetics : TIG, 26(4), 149—-153.

Grunewald, W. & Friml, J. (2010). The March of the PINs: Developmental Plasticity by Dynamic
Polar Targeting in Plant Cells. The EMBO journal, 29(16), 2700-2714.

Gutierrez, L., Van Wuytswinkel, O., Castelain, M. & Bellini, C. (2007). Combined Networks
Regulating Seed Maturation. Trends in plant science, 12(7), 294-300.

Harding, E. W., Tang, W., Nichols, K. W., Fernandez, D. E. & Perry, S. E. (2003). Expression
and Maintenance of Embryogenic Potential Is Enhanced Through Constitutive Expression of
AGAMOUS-Like 15. PLANT PHYSIOLOGY, 133(2), 653-663.

He, C., Chen, X., Huang, H. & Xu, L. (2012). Reprogramming of H3K27me3 Is Critical for
Acquisition of Pluripotency From Cultured Arabidopsis Tissues. Plos Genetics, 8(8),
€1002911.

Hecht, V., Vielle-Calzada, J. P., Hartog, M. V., Schmidt, E. D., Boutilier, K., Grossniklaus, U., et
al. (2001). The Arabidopsis SOMATIC EMBRYOGENESIS RECEPTOR KINASE 1 Gene Is
Expressed in Developing Ovules and Embryos and Enhances Embryogenic Competence in
Culture. PLANT PHYSIOLOGY, 127(3), 803-816.

Hedman, H., Zhu, T., Arnold, von, S. & Sohlberg, J. J. (2013). Analysis of the WUSCHEL-
RELATED HOMEOBOX Gene Family in the Conifer Picea Abies Reveals Extensive
Conservation as Well as Dynamic Patterns. BMC Plant Biology, 13, 89.

Heisler, M. G., Ohno, C., Das, P., Sieber, P., Reddy, G. V., Long, J. A,, et al. (2005). Patterns of
Auxin Transport and Gene Expression During Primordium Development Revealed by Live
Imaging of the Arabidopsis Inflorescence Meristem. Current biology : CB, 15(21), 1899—
1911.

Henderson, J. T., Li, H.-C., Rider, S. D., Mordhorst, A. P., Romero-Severson, J., Cheng, J.-C., et
al. (2004). PICKLE Acts Throughout the Plant to Repress Expression of Embryonic Traits
and May Play a Role in Gibberellin-Dependent Responses. PLANT PHYSIOLOGY, 134(3),
995-1005.

Ho, K. K., Zhang, H., Golden, B. L. & Ogas, J. (2013). PICKLE Is a CHD Subfamily II ATP-
Dependent Chromatin Remodeling Factor. Biochimica et biophysica acta, 1829(2), 199-210.

61



Holec, S. & Berger, F. (2012). Polycomb Group Complexes Mediate Developmental Transitions
in Plants. PLANT PHYSIOLOGY, 158(1), 35-43.

Honma, T. & Goto, K. (2001). Complexes of MADS-Box Proteins Are Sufficient to Convert
Leaves Into Floral Organs. Nature, 409(6819), 525-529.

Huijser, P. & Schmid, M. (2011). The Control of Developmental Phase Transitions in Plants.
Development, 138(19), 4117-4129.

Ikeda-Iwai, M., Umehara, M., Satoh, S. & Kamada, H. (2003). Stress-Induced Somatic
Embryogenesis in Vegetative Tissues of Arabidopsis Thaliana. The Plant journal : for cell
and molecular biology, 34(1), 107-114.

Immink, R. G. H., Posé, D., Ferrario, S., Ott, F., Kaufmann, K., Valentim, F. L., et al. (2012).
Characterization of SOC1'S Central Role in Flowering by the Identification of Its Upstream
and Downstream Regulators. PLANT PHYSIOLOGY, 160(1), 433—449.

Ingouff, M., Farbos, 1., Lagercrantz, U. & Arnold, von, S. (2001). PaHB1 Is an Evolutionary
Conserved HD-GL2 Homeobox Gene Expressed in the Protoderm During Norway Spruce
Embryo Development. Genesis (New York, N.Y. : 2000), 30(4), 220-230.

Ingouff, M., Farbos, 1., Wiweger, M. & Arnold, von, S. (2003). The Molecular Characterization
of PaHB2, a Homeobox Gene of the HD-GL2 Family Expressed During Embryo
Development in Norway Spruce. Journal of experimental botany, 54(386), 1343-1350.

Irish, V. F. (2010). The Flowering of Arabidopsis Flower Development. The Plant journal : for
cell and molecular biology, 61(6), 1014—1028.

Irish, V. F. & Sussex, I. M. (1990). Function of the Apetala-1 Gene During Arabidopsis Floral
Development. The Plant cell, 2(8), 741-753.

Jia, H., Suzuki, M. & McCarty, D. R. (2013). Regulation of the Seed to Seedling Developmental
Phase Transition by the LAFL and VAL Transcription Factor Networks. Wiley
Interdisciplinary Reviews: Developmental Biology, n/a—n/a.

Jung, J.-H., Ju, Y., Seo, P. J., Lee, J.-H. & Park, C.-M. (2012). The SOC1-SPL Module Integrates
Photoperiod and Gibberellic Acid Signals to Control Flowering Time in Arabidopsis. The
Plant journal : for cell and molecular biology, 69(4), 577-588.

Jung, J.-H., Seo, P. J., Kang, S. K. & Park, C.-M. (2011). miR172 Signals Are Incorporated Into
the miR156 Signaling Pathway at the SPL3/4/5 Genes in Arabidopsis Developmental
Transitions. Plant molecular biology, 76(1-2), 35-45.

Jung, J.-H., Seo, Y.-H., Seo, P. J., Reyes, J. L., Yun, J., Chua, N.-H., et al. (2007). The
GIGANTEA-Regulated MicroRNA 172 Mediates Photoperiodic Flowering Independent of
CONSTANS in Arabidopsis. The Plant cell.

Junker, A., Moénke, G., Rutten, T., Keilwagen, J., Seifert, M., Thi, T. M. N, et al. (2012).
Elongation-Related Functions of LEAFY COTYLEDON1 During the Development of
Arabidopsis Thaliana. The Plant journal : for cell and molecular biology, 71(3), 427-442.

Kagaya, Y. (2005). Indirect ABA-Dependent Regulation of Seed Storage Protein Genes by
FUSCA3 Transcription Factor in Arabidopsis. Plant & cell physiology, 46(2), 300-311.

Karlgren, A., Gyllenstrand, N., Clapham, D. & Lagercrantz, U. (2013). FLOWERING LOCUS
T/TERMINAL FLOWERI-Like Genes Affect Growth Rhythm and Bud Set in Norway
Spruce. PLANT PHYSIOLOGY, 163(2), 792-803.

62



Karlgren, A., Gyllenstrand, N., Kallman, T., Sundstrom, J. F., Moore, D., Lascoux, M., et al.
(2011). Evolution of the PEBP Gene Family in Plants: Functional Diversification in Seed
Plant Evolution. PLANT PHYSIOLOGY, 156(4), 1967-1977.

Kaufmann, K., Melzer, R. & Theissen, G. (2005). MIKC-Type MADS-Domain Proteins:
Structural Modularity, Protein Interactions and Network Evolution in Land Plants. Gene,
347(2), 183—-198.

Kikuchi, A., Asahina, M., Tanaka, M., Satoh, S. & Kamada, H. (2013). Acquisition of
Embryogenic Competency Does Not Require Cell Division in Carrot Somatic Cell. Journal of
plant research, 126(2), 243-250.

Kikuchi, A., Sanuki, N., Higashi, K., Koshiba, T. & Kamada, H. (2006). Abscisic Acid and Stress
Treatment Are Essential for the Acquisition of Embryogenic Competence by Carrot Somatic
Cells. Planta, 223(4), 637-645.

Kim, S. Y., Lee, J., Eshed-Williams, L., Zilberman, D. & Sung, Z. R. (2012). EMF1 and PRC2
Cooperate to Repress Key Regulators of Arabidopsis Development. Plos Genetics, 8(3),
e1002512.

Klein, J., Saedler, H. & Huijser, P. (1996). A New Family of DNA Binding Proteins Includes
Putative Transcriptional Regulators of theAntirrhinum Majus Floral Meristem Identity
geneSQUAMOSA. MGG Molecular & General Genetics, 250(1), 7-16.

Klimaszewska, K., Overton, C., Stewart, D. & Rutledge, R. G. (2010). Initiation of Somatic
Embryos and Regeneration of Plants From Primordial Shoots of 10-Year-Old Somatic White
Spruce and Expression Profiles of 11 Genes Followed During the Tissue Culture Process.
Planta, 233(3), 635-647.

Kragh, K. M., Jacobsen, S., Mikkelsen, J. D. & Nielsen, K. A. (1993). Tissue Specificity and
Induction of Class L, II and III Chitinases in Barley (Hordeum Vulgare). Physiologia
Plantarum, 89(3), 490-498.

Larsson, E., Sitbon, F. & Arnold, von, S. (2012). Differential Regulation of Knotted1-Like Genes
During Establishment of the Shoot Apical Meristem in Norway Spruce (Picea Abies). Plant
Cell Reports, 31(6), 1053—1060.

Larsson, E., Sitbon, F., Ljung, K. & Arnold, von, S. (2007). Inhibited Polar Auxin Transport
Results in Aberrant Embryo Development in Norway Spruce. The New phytologist, 0(0),
071203213906001-7??

Larsson, E., Sundstrém, J. F., Sitbon, F. & Arnold, von, S. (2012). Expression of PANACO1, a
Picea Abies CUP-SHAPED COTYLEDON Orthologue, Is Regulated by Polar Auxin
Transport and Associated with Differentiation of the Shoot Apical Meristem and Formation of
Separated Cotyledons. Annals of botany, 110(4), 923-934.

Lau, S., Slane, D., Herud, O., Kong, J. & Jiirgens, G. (2011). Early Embryogenesis in Flowering
Plants: Setting Up the Basic Body Pattern. Annual review of plant biology.

Lau, S., Slane, D., Herud, O., Kong, J. & Jiirgens, G. (2012). Early Embryogenesis in Flowering
Plants: Setting Up the Basic Body Pattern. Annual review of plant biology, 63(1), 483-506.

Le, B. H., Cheng, C., Bui, A. Q., Wagmaister, J. A., Henry, K. F., Pelletier, J., et al. (2010).
Inaugural Article: Global Analysis of Gene Activity During Arabidopsis Seed Development
and Identification of Seed-Specific Transcription Factors. Proceedings of the National
Academy of Sciences, 107(18), 8063-8070.

63



Lee, H. (2003). Arabidopsis LEAFY COTYLEDONI1 Represents a Functionally Specialized
Subunit of the CCAAT Binding Transcription Factor. Proceedings of the National Academy
of Sciences, 100(4), 2152-2156.

Lee, J. & Lee, 1. (2010). Regulation and Function of SOC1, a Flowering Pathway Integrator.
Journal of experimental botany, 61(9), 2247-2254.

Litt, A. & Kramer, E. M. (2010). The ABC Model and the Diversification of Floral Organ
Identity. Seminars in cell & developmental biology, 21(1), 129-137.

Ljung, K. (2013). Auxin Metabolism and Homeostasis During Plant Development. Development,
140(5), 943-950.

Lotan, T., Ohto, M., Yee, K., West, M., Lo, R., Kwong, R., et al. (1998). Arabidopsis LEAFY
COTYLEDONTI Is Sufficient to Induce Embryo Development in Vegetative Cells. Cell, 93(7),
1195-1205.

Luerssen, K., Kirik, V., Herrmann, P. & Misera, S. (1998). FUSCA3 Encodes a Protein with a
Conserved VP1/ABI3-Like B3 Domain Which Is of Functional Importance for the Regulation
of Seed Maturation in Arabidopsis Thaliana. The Plant journal : for cell and molecular
biology, 15(6), 755-764.

Lukowitz, W., Roeder, A., Parmenter, D. & Somerville, C. (2004). A MAPKK Kinase Gene
Regulates Extra-Embryonic Cell Fate in Arabidopsis. Cell, 116(1), 109-119.

Lumba, S., Tsuchiya, Y., Delmas, F., Hezky, J., Provart, N. J., Shi Lu, Q., et al. (2012). The
Embryonic Leaf Identity Gene FUSCA3 Regulates Vegetative Phase Transitions by
Negatively Modulating Ethylene-Regulated Gene Expression in Arabidopsis. BMC biology,
10, 8.

Margueron, R. & Reinberg, D. (2011). The Polycomb Complex PRC2 and Its Mark in Life.
Nature, 469(7330), 343-349.

Mathews, S. & Kramer, E. M. (2012). The Evolution of Reproductive Structures in Seed Plants: a
Re-Examination Based on Insights From Developmental Genetics. The New phytologist,
194(4), 910-923.

Mathieu, J., Yant, L. J., Miirdter, F., Kiittner, F. & Schmid, M. (2009). Repression of Flowering
by the miR172 Target SMZ. Plos Biology, 7(7), €¢1000148.

Meinke, D. W. (1994). Leafy Cotyledon Mutants of Arabidopsis. THE PLANT CELL ONLINE,
6(8), 1049-1064.

Mellerowicz, E. J., Horgan, K., Walden, A., Coker, A. & Walter, C. (1998) PrFLL — a Pinus
radiata Homologue of FLORICULA and LEAFY is Expressed in Buds Containing
Vegetative Shoot and Undifferentiated Male Cone Primordia. Planta, 2006, 619-629.

Melzer, R., Wang, Y.-Q. & TheiAYen, G. (2010). The Naked and the Dead: the ABCs of
Gymnosperm Reproduction and the Origin of the Angiosperm Flower. Seminars in cell &
developmental biology, 21(1), 118-128.

Menzel, G., Apel, K. & Melzer, S. (1996). Identification of Two MADS Box Genes That Are
Expressed in the Apical Meristem of the Long-Day Plant Sinapis Alba in Transition to
Flowering. The Plant journal : for cell and molecular biology, 9(3), 399-408.

Mouradov, A., Glassick, T., Hamdorf, B., Murphy, L., Fowler, B., Marla, S., et al. (1998).
NEEDLY, a Pinus Radiata Ortholog of FLORICAULA/LEAFY Genes, Expressed in Both

64



Reproductive and Vegetative Meristems. Proceedings of the National Academy of Sciences of
the United States of America, 95(11), 6537-6542.

Mu, J., Tan, H., Zheng, Q., Fu, F., Liang, Y., Zhang, J., et al. (2008). LEAFY COTYLEDON!I1 Is
a Key Regulator of Fatty Acid Biosynthesis in Arabidopsis. PLANT PHYSIOLOGY, 148(2),
1042-1054.

Nystedt, B., Street, N. R., Wetterbom, A., Zuccolo, A., Lin, Y.-C., Scofield, D. G., et al. (2013).
The Norway Spruce Genome Sequence and Conifer Genome Evolution. Nature, 497(7451),
579-584.

O'Maoiléidigh, D. S., Graciet, E. & Wellmer, F. (2013). Gene Networks Controlling Arabidopsis
Thaliana Flower Development. The New phytologist.

Ogas, J., Cheng, J. C., Sung, Z. R. & Somerville, C. (1997). Cellular Differentiation Regulated by
Gibberellin in the Arabidopsis Thaliana Pickle Mutant. Science (New York, NY), 277(5322),
91-94.

Ogas, J., Kaufmann, S., Henderson, J. & Somerville, C. (1999). PICKLE Is a CHD3 Chromatin-
Remodeling Factor That Regulates the Transition From Embryonic to Vegetative
Development in Arabidopsis. Proceedings of the National Academy of Sciences of the United
States of America, 96(24), 13839-13844.

Okamuro, J. K., Szeto, W., Lotys-Prass, C. & Jofuku, K. D. (1997). Photo and Hormonal Control
of Meristem Identity in the Arabidopsis Flower Mutants Apetala2 and Apetalal. The Plant
cell, 9(1), 37-47.

Pagnussat, G. C., Yu, H.-J., Ngo, Q. A., Rajani, S., Mayalagu, S., Johnson, C. S., et al. (2005).
Genetic and Molecular Identification of Genes Required for Female Gametophyte
Development and Function in Arabidopsis. Development, 132(3), 603-614.

Palovaara, J. & Hakman, 1. (2009). WOX2 and Polar Auxin Transport During Spruce Embryo
Pattern Formation. Plant signaling & behavior, 4(2), 153—155.

Palovaara, J., Hallberg, H., Stasolla, C. & Hakman, 1. (2010). Comparative Expression Pattern
Analysis of WUSCHEL-Related Homeobox 2 (WOX2) and WOX8/9 in Developing Seeds
and Somatic Embryos of the Gymnosperm Picea Abies. The New phytologist, 188(1), 122—
135.

Parcy, F. (1997). The ABSCISIC ACID-INSENSITIVE3, FUSCA3, and LEAFY
COTYLEDONI Loci Act in Concert to Control Multiple Aspects of Arabidopsis Seed
Development. THE PLANT CELL ONLINE, 9(8), 1265-1277.

Pelaz, S., Ditta, G. S., Baumann, E., Wisman, E. & Yanofsky, M. F. (2000). B and C Floral Organ
Identity Functions Require SEPALLATA MADS-Box Genes. Nature, 405(6783), 200-203.

Perruc, E., Kinoshita, N. & Lopez-Molina, L. (2007). The Role of Chromatin-Remodeling Factor
PKL in Balancing Osmotic Stress Responses During Arabidopsis Seed Germination. The
Plant journal : for cell and molecular biology, 52(5), 927-936.

Petrasek, J. & Friml, J. (2009). Auxin Transport Routes in Plant Development. Development,
136(16), 2675-2688.

Poethig, R. S. (1990). Phase Change and the Regulation of Shoot Morphogenesis in Plants.
Science (New York, NY), 250(16), 923-930.

Poethig, R. S. (2003). Phase Change and the Regulation of Developmental Timing in Plants.
Science (New York, NY), 301(5631), 334-336.

65



Poethig, R. S. (2010). The Past, Present, and Future of Vegetative Phase Change. PLANT
PHYSIOLOGY, 154(2), 541-544.

Poethig, R. S. (2013). Vegetative Phase Change and Shoot Maturation in Plants. Current topics in
developmental biology, 105, 125-152.

Reinhardt, D., Mandel, T. & Kuhlemeier, C. (2000). Auxin Regulates the Initiation and Radial
Position of Plant Lateral Organs. The Plant cell, 12(4), 507-518.

Rider, S. D., Hemm, M. R., Hostetler, H. A., Li, H.-C., Chapple, C. & Ogas, J. (2004). Metabolic
Profiling of the Arabidopsis Pkl Mutant Reveals Selective Derepression of Embryonic Traits.
Planta, 219(3), 489-499.

Rigault, P., Boyle, B., Lepage, P., Cooke, J. E. K., Bousquet, J. & MacKay, J. J. (2011). A White
Spruce Gene Catalog for Conifer Genome Analyses. PLANT PHYSIOLOGY, 157(1), 14-28.

Rosvall, O., Jansson, G., Andersson, B., Ericsson, T., Karlsson, B., Sonesson, J., et al. (2001).
Genetic Gain From Present and Future Seed Orchards and Clone Mixes. Redogorelse
SkogForsk, (1), 41.

Rudall, P. J., Hilton, J., Vergara-Silva, F. & Bateman, R. M. (2011). Recurrent Abnormalities in
Conifer Cones and the Evolutionary Origins of Flower-Like Structures. Trends in plant
science, 16(3), 151-159.

Sabala, 1., Elfstrand, M., Farbos, 1., Clapham, D. & von Arnold, S.(2000). Tissue-specific
Expression of Pal8, a Putative Lipid Transfer Protein Gene, During Embryo Development in
Norway Spruce (Picea abies). Plant Molecular Biology, 42, 461-478.

Samach, A., Onouchi, H., Gold, S. E. & Ditta, G. S. (2000). Distinct Roles of CONSTANS
Target Genes in Reproductive Development of Arabidopsis. Science (New York, NY).

Santos-Mendoza, M., Dubreucq, B., Baud, S., Parcy, F., Caboche, M. & Lepiniec, L. (2008).
Deciphering Gene Regulatory Networks That Control Seed Development and Maturation in
Arabidopsis. The Plant journal : for cell and molecular biology, 54(4), 608—620.

Schwarz, S., Grande, A. V., Bujdoso, N., Saedler, H. & Huijser, P. (2008). The microRNA
Regulated SBP-Box Genes SPL9 and SPL15 Control Shoot Maturation in Arabidopsis. Plant
molecular biology, 67(1-2), 183-195.

Shindo, S., Sakakibara, K., Sano, R., Ueda, K. & Hasebe, M. (2001). Characterization of a
FLORICAULA/ LEAFYHomologue of Gnetum Parvifoliumand Its Implications for the
Evolution of Reproductive Organs in Seed Plants. International Journal of Plant Sciences,
162(6), 1199-1209.

Singh, H., (1978). Embryology of Gymnosperms. In: Zimmerman, W., Carlquist, Z.,0zenda, P. &
Waulff, H. (ed) Gebriider Borntraeger, Berlin, 187-241.

Sitaraman, J., Bui, M. & Liu, Z. (2008). LEUNIG_HOMOLOG and LEUNIG Perform Partially
Redundant Functions During Arabidopsis Embryo and Floral Development. PLANT
PHYSIOLOGY, 147(2), 672-681.

Skogsindustrierna. (2012). Skogsindustriernas arsskrift. [Broschyr] Tillgdnglig:
http://www.skogsindustrierna.org/om-
skogsindustrierna/publikationer/skrifter/allm%C3%A4nt/arsskrift-2012.

Skogsstyrelsen. (2013). Skogsstatistisk drsbok 2013. Mélnlycke: Skogsstyrelsen [Broschyr]
Tillgénglig: http://www.skogsstyrelsen.se/Myndigheten/Statistik/Skogsstatistisk-
Arsbok/Skogsstatistiska-arsbocker/.

66



Smirnova, O. V. & Bobrovskii, M. V. (2001). Tree Ontogeny and Its Reflection in the Structure
and Dynamics of Plant and Soil Covers. Russian Journal of Ecology, 32(3), 159-163.

Smith, S. A., Beaulieu, J. M. & Donoghue, M. J. (2010). An Uncorrelated Relaxed-Clock
Analysis Suggests an Earlier Origin for Flowering Plants. Proceedings of the National
Academy of Sciences, 107(13), 5897-5902.

Song, Y. H., Ito, S. & Imaizumi, T. (2013). Flowering Time Regulation: Photoperiod- and
Temperature-Sensing in Leaves. Trends in plant science, 18(10), 575-583.

Sreenivasulu, N. & Wobus, U. (2013). Seed-Development Programs: a Systems Biology—Based
Comparison Between Dicots and Monocots. Annual review of plant biology, 64(1), 189-217.

Srikanth, A. & Schmid, M. (2011). Regulation of Flowering Time: All Roads Lead to Rome.
Cellular and molecular life sciences : CMLS, 68(12), 2013-2037.

Stahle, M. 1., Kuehlich, J., Staron, L., Arnim, von, A. G. & Golz, J. F. (2009). YABBYSs and the
Transcriptional Corepressors LEUNIG and LEUNIG_ HOMOLOG Maintain Leaf Polarity and
Meristem Activity in Arabidopsis. THE PLANT CELL ONLINE, 21(10), 3105-3118.

Stasolla, C., Bozhkov, P. V., Chu, T.-M., van Zyl, L., Egertsdotter, U., Suarez, M. F., et al.
(2004). Variation in Transcript Abundance During Somatic Embryogenesis in Gymnosperms.
Tree ....

Stasolla, C., van Zyl, L., Egertsdotter, U., Craig, D., Liu, W. & Sederoff, R. R. (2003). The
Effects of Polyethylene Glycol on Gene Expression of Developing White Spruce Somatic
Embryos. Plant ....

Steward, F. C., Mapes, M. O. & Mears, K. (1958). JSTOR: American Journal of Botany, Vol. 45,
No. 10 (Dec., 1958), Pp. 705-708. American Journal of Botany.

Stone, S. L. (2001). LEAFY COTYLEDON?2 Encodes a B3 Domain Transcription Factor That
Induces Embryo Development. Proceedings of the National Academy of Sciences, 98(20),
11806-11811.

Stone, S. L., Braybrook, S. A., Paula, S. L., Kwong, L. W., Meuser, J., Pelletier, J., et al. (2008).
Arabidopsis LEAFY COTYLEDON?2 Induces Maturation Traits and Auxin Activity:
Implications for Somatic Embryogenesis. Proceedings of the National Academy of Sciences,
105(8), 3151-3156.

Suarez, M. F., Filonova, L. H., Smertenko, A., Savenkov, E. I., Clapham, D. H., Arnold, von, S.,
et al. (2004). Metacaspase-Dependent Programmed Cell Death Is Essential for Plant
Embryogenesis. Current biology : CB, 14(9), R339—-40.

Sugimoto, K., Gordon, S. P. & Meyerowitz, E. M. (2011). Regeneration in Plants and Animals:
Dedifferentiation, Transdifferentiation, or Just Differentiation? Trends in cell biology, 21(4),
212-218.

Sugimoto, K., Jiao, Y. & Meyerowitz, E. M. (2010). Arabidopsis Regeneration From Multiple
Tissues Occurs via a Root Development Pathway. Developmental cell, 18(3), 463—471.

Sundstrom, J. (2001). Evolution of Genetic Mechanisms Regulating Reproductive Development in
Plants. Diss. Uppsala University.

Sundstrom, J. & Engstrom, P. (2002). Conifer Reproductive Development Involves B-Type
MADS-Box Genes with Distinct and Different Activities in Male Organ Primordia. The Plant
Jjournal : for cell and molecular biology, 31(2), 161-169.

67



Sundstrom, J., Carlsbecker, A., Svensson, M., Svenson, M., Johanson, U., Theissen, G., et al.
(1999). MADS-Box Genes Active in Developing Pollen Cones of Norway Spruce (Picea
Abies) Are Homologous to the B-Class Floral Homeotic Genes in Angiosperms.
Developmental Genetics, 25(3), 253-266.

Suzuki, M., Wang, H. H. Y. & McCarty, D. R. (2006). Repression of the LEAFY COTYLEDON
1/B3 Regulatory Network in Plant Embryo Development by VP1/ABSCISIC ACID
INSENSITIVE 3-LIKE B3 Genes. PLANT PHYSIOLOGY, 143(2), 902-911.

Swidzinski, J. A., Sweetlove, L. J. & Leaver, C. J. (2002). A Custom Microarray Analysis of
Gene Expression During Programmed Cell Death in Arabidopsis Thaliana. The Plant journal
: for cell and molecular biology, 30(4), 431-446.

Tahir, M., Law, D. A. & Stasolla, C. (2006). Molecular Characterization of PgAGO, a Novel
Conifer Gene of the Argonaute Family Expressed in Apical Cells and Required for Somatic
Embryo Development in Spruce. Tree Physiology, 26(10), 1257-1270.

Tai, H. H., Tai, G. C. C. & Beardmore, T. (2005). Dynamic Histone Acetylation of Late
Embryonic Genes During Seed Germination. Plant molecular biology, 59(6), 909-925.

Tanaka, M., Kikuchi, A. & Kamada, H. (2007). The Arabidopsis Histone Deacetylases HDA6 and
HDA19 Contribute to the Repression of Embryonic Properties After Germination. PLANT
PHYSIOLOGY, 146(1), 149-161.

Tandre, K., Svenson, M., Svensson, M. & Engstrom, P. (1998). Conservation of Gene Structure
and Activity in the Regulation of Reproductive Organ Development of Conifers and
Angiosperms. The Plant journal : for cell and molecular biology, 15(5), 615-623.

Thakare, D., Tang, W., Hill, K. & Perry, S. E. (2008). The MADS-Domain Transcriptional
Regulator AGAMOUS-LIKE15 Promotes Somatic Embryo Development in Arabidopsis and
Soybean. PLANT PHYSIOLOGY, 146(4), 1663-1672.

Theissen, G. & Saedler, H. (2001). Plant Biology. Floral Quartets. Nature, 409(6819), 469-471.

Tirén, L. (1935). Tirén: on the Fruit Setting of Spruce, Its Periodicity... - Google Scholar. Meddn
St Skogsfors-Anst.

To, A. (2006). A Network of Local and Redundant Gene Regulation Governs Arabidopsis Seed
Maturation. THE PLANT CELL ONLINE, 18(7), 1642—-1651.

Trapnell, C., Roberts, A., Goff, L., Pertea, G., Kim, D., Kelley, D. R., et al. (2012). Differential
Gene and Transcript Expression Analysis of RNA-Seq Experiments with TopHat and
Cufflinks. Nature Protocols, 7(3), 562-578.

Tsukagoshi, H., Morikami, A. & Nakamura, K. (2007). Two B3 Domain Transcriptional
Repressors Prevent Sugar-Inducible Expression of Seed Maturation Genes in Arabidopsis
Seedlings. Proceedings of the National Academy of Sciences of the United States of America,
104(7), 2543-2547.

Ueda, M. & Laux, T. (2012). The Origin of the Plant Body Axis. Current opinion in plant
biology, 15(6), 578-584.

Ueda, M., Zhang, Z. & Laux, T. (2011). Transcriptional Activation of Arabidopsis Axis
Patterning Genes WOX8/9 Links Zygote Polarity to Embryo Development. Developmental
cell, 20(2), 264-270.

68



Ungerer, M. C., Halldorsdottir, S. S., Modliszewski, J. L., Mackay, T. F. C. & Purugganan, M. D.
(2002). Quantitative Trait Loci for Inflorescence Development in Arabidopsis Thaliana.
Genetics, 160(3), 1133-1151.

van Zyl, L., Arnold, von, S., Bozhkov, P., Chen, Y., Egertsdotter, U., MacKay, J., et al. (2002).
Heterologous Array Analysis in Pinaceae: Hybridization of Pinus Taeda cDNA Arrays with
cDNA From Needles and Embryogenic Cultures of P. Taeda, P. Sylvestris or Picea Abies.
Comparative and functional genomics, 3(4), 306-318.

van Zyl, L., Bozhkov, P. V., Clapham, D. H., Sederoff, R. R. & Arnold, von, S. (2003). Up,
Down and Up Again Is a Signature Global Gene Expression Pattern at the Beginning of
Gymnosperm Embryogenesis. Gene expression patterns : GEP, 3(1), 83-91.

Vazquez-Lobo, A., Carlsbecker, A., Vergara-Silva, F., Alvarez-Buylla, E. R., Pinero, D. &
Engstroem, P. (2007). Characterization of the Expression Patterns of LEAFY/FLORICAULA
and NEEDLY Orthologs in Female and Male Cones of the Conifer Genera Picea, Podocarpus,
and Taxus: Implications for Current Evo-Devo Hypotheses for Gymnosperms. Evolution &
development, 9(5), 446—459.

Verdeil, J., Alemanno, L., Niemenak, N. & Tranbarger, T. (2007). Pluripotent Versus Totipotent
Plant Stem Cells: Dependence Versus Autonomy? Trends in plant science, 12(6), 245-252.

Wang, J.-W., Czech, B. & Weigel, D. (2009). miR156-Regulated SPL Transcription Factors
Define an Endogenous Flowering Pathway in Arabidopsis Thaliana. Cell, 138(4), 738-749.

Wang, J.-W., Park, M. Y., Wang, L.-J., Koo, Y., Chen, X.-Y., Weigel, D., et al. (2011). MiRNA
Control of Vegetative Phase Change in Trees. Plos Genetics, 7(2), €1002012.

Wang, Y.-Q., Melzer, R. & Theissen, G. (2010). Molecular Interactions of Orthologues of Floral
Homeotic Proteins From the Gymnosperm Gnetum Gnemon Provide a Clue to the
Evolutionary Origin of 'Floral Quartets'. The Plant journal : for cell and molecular biology,
64(2), 177-190.

Weigel, D., Alvarez, J., Smyth, D. R., Yanofsky, M. F. & Meyerowitz, E. M. (1992). LEAFY
Controls Floral Meristem Identity in Arabidopsis. Cell, 69(5), 843—859.

Wellmer, F., Graciet, E. & Riechmann, J. L. (2013). Specification of Floral Organs in
Arabidopsis. Journal of experimental botany.

West, M. & Harada J. J. (1993). Embryogenesis in Higher Plants: an Overview. THE PLANT
CELL ONLINE, 5(10), 1361-1369.

West, M. (1994). LEAFY COTYLEDON!I Is an Essential Regulator of Late Embryogenesis and
Cotyledon Identity in Arabidopsis. THE PLANT CELL ONLINE, 6(12), 1731-1745.

Wieweger, M., Farbos, 1., Ingouft, M., Lagercrantz, U. & von Arnold, S. (2003). Expression of
Chia4-Pa Chitinase Genes During Somatic and Zygotic Embryo Development in Norway
spruce (Picea abies): Similarities and Differences between Gymnosperm and Angiosperm
Calss IV Chitinases. Journal of Experimental Botany. 54, 2691-2699.

Wigge, P. A. (2005). Integration of Spatial and Temporal Information During Floral Induction in
Arabidopsis. Science (New York, NY), 309(5737), 1056—1059.

Wu, G. & Poethig, R. S. (2006). Temporal Regulation of Shoot Development in Arabidopsis
Thaliana by miR156 and Its Target SPL3. Development, 133(18), 3539-3547.

69



Wu, G., Park, M. Y., Conway, S. R., Wang, J.-W., Weigel, D. & Poethig, R. S. (2009). The
Sequential Action of miR156 and miR172 Regulates Developmental Timing in Arabidopsis.
Cell, 138(4), 750-759.

Yadav, R. K., Girke, T., Pasala, S., Xie, M. & Reddy, G. V. (2009). Gene Expression Map of the
Arabidopsis Shoot Apical Meristem Stem Cell Niche. Proceedings of the National Academy
of Sciences, 106(12), 4941-4946.

Yamaguchi, A., Wu, M.-F., Yang, L., Wu, G., Poethig, R. S. & Wagner, D. (2009). The
microRNA-Regulated SBP-Box Transcription Factor SPL3 Is a Direct Upstream Activator of
LEAFY, FRUITFULL, and APETALAL. Developmental cell, 17(2), 268-278.

Yamaguchi, N., Wu, M.-F., Winter, C. M., Berns, M. C., Nole-Wilson, S., Yamaguchi, A., et al.
(2013). A Molecular Framework for Auxin-Mediated Initiation of Flower Primordia.
Developmental cell, 24(3), 271-282.

Yang, C., Bratzel, F., Hohmann, N., Koch, M., Turck, F. & Calonje, M. (2013). VAL- and
AtBMI1-Mediated H2Aub Initiate the Switch From Embryonic to Postgerminative Growth in
Arabidopsis. Current biology : CB, 23(14), 1324—-1329.

Yeung, E. C. & Meinke, D. W. (1993). Embryogenesis in Angiosperms: Development of the
Suspensor. THE PLANT CELL ONLINE, 5(10), 1371-1381.

Zeevaart, J. A. (2008). Leaf-Produced Floral Signals. Current opinion in plant biology, 11(5),
541-547.

Zhang, H. & Ogas, J. (2009). An Epigenetic Perspective on Developmental Regulation of Seed
Genes. Molecular Plant, 2(4), 610-627.

Zhang, H., Bishop, B., Ringenberg, W., Muir, W. M. & Ogas, J. (2012). The CHD3 Remodeler
PICKLE Associates with Genes Enriched for Trimethylation of Histone H3 Lysine 27.
PLANT PHYSIOLOGY, 159(1), 418-432.

Zhang, X., Clarenz, O., Cokus, S., Bernatavichute, Y. V., Pellegrini, M., Goodrich, J., et al.
(2007). Whole-Genome Analysis of Histone H3 Lysine 27 Trimethylation in Arabidopsis.
Plos Biology, 5(5), e129.

Zhou, Y., Bin Tan, Luo, M., Li, Y., Liu, C., Chen, C., et al. (2013). HISTONE
DEACETYLASE19 Interacts with HSL1 and Participates in the Repression of Seed
Maturation Genes in Arabidopsis Seedlings. The Plant cell.

Zotz, G., Wilhelm, K. & Becker, A. (2011). Heteroblasty—a Review - Springer. The Botanical
Review.

Zuo, J., Niu, Q. W, Frugis, G. & Chua, N. H. (2002). The WUSCHEL Gene Promotes
Vegetative-to-Embryonic Transition in Arabidopsis - Zuo - 2002 - the Plant Journal - Wiley
Online Library. The Plant Journal.

70



Acknowledgement

To be able to succeed in ‘landing’ a successful PhD degree, one needs to have
full support from supervisors, family, friends and colleagues. I believe that I
have been lucky in all those respects. I do not even want to imagine how things
would have been without the help, kindness and love you all have given me.

I would like to express my sincere thanks to my supervisors. My head
supervisor Sara, I consider myself very fortunate to have been guided under
your wings during my time as a PhD student. You are always positive and
supportive and even though you have tons of other important duties, you
always find a time for a meeting to give valuable guidance and steering me
back on track again. My co-supervisor Jens, you always have great ideas, but
also time to listen to my sometimes-crazy thoughts. I am grateful for all your
support during this time. My previous co-supervisor Annika, even though our
work-related time was brief, I will always remember your positive spirit during
meetings.

Thanks to all members, past and present, of the ‘spruce group’— sorry Malin,
‘Forest tree group’. You have all contributed in making my time here enjoyable
and stimulating. David and Gunnar for being the supporting rocks to lean on
when I first started. You both taught me a lot in how to tender our spruce
babies. Past members such as Andreas with all your ideas, Silvia (jv should be
read as b!) always the kind soul, Harald and Henrik for valuable idea
exchanges. Tian and José for sharing office, though briefly. Veronika, Kanita
and Anna for your help with culture- and non-culture-related work. The PCD
group is of course not forgotten, especially Peter, Alyona and Panos for always
giving valuable help and support no matter what it may concern. Joel for
always having an answer to my questions and, not the least, for teaching
everybody how bedbugs mate. Vestman for being an awesome dude and good

71



friend, both during your time at SLU and afterwards. Malin for your patience
with my whining, all the help with my work, but also for being a wonderful
person. Emma, ever since I started you have been there supporting me
whenever 1 have needed it, both workwise and otherwise — thanks for
everything.

Thanks to everyone at VBSG, particularly the people who are or have been
part of keeping this ship afloat. The vast ocean of knowledge that I sometimes
tapped from Ingrid, Gunilla and Yvonne. Birgitta, Lotta, Qing and Monica for
always helping when paperwork have tried ones patience. Mona thanks for
always letting me bypass the online ordering system. Bjorn for your invaluable
computer expertise. Urban and Per for fighting the battle for the survival of our
precious plants. Cecilia, Marie, Randi, Pia, Laura and others for their effort in
maintaining order, as well as Eva and other PI’s for steering this vessel towards
a bright horizon.

I also especially want to thank a few people at the department. Tom, for being
an awesome friend — you rule! — and now following Maja/Meia’s arrival you
hopefully know that I would have been more present, had I just the time. Jonas
you are a kindred spirit in many respects. Ramesh always a good friend to talk
to, be it work-related or not. Sarosh, there’s a smile never fading, I will always
enjoy hanging with you. Arne, always great catching a cold one together with
you. Selcuk, simply for being you! Niclas for putting up with stupid questions
ever since my master at UU. Eric, for being a cool present office roommate.
Even though it is currently a void in the innebandy schedule, thanks to all
people with whom I have had the privilege to break a sweat.

A big thanks to all collaborators. Johan Reimegard and Olof Emanuelsson for
your invaluable efforts in assembling and analyzing the transcriptome. Curt
Almgvist for your spruce-related expertise. The people in the Engstrom group
for letting me be a part of the MADS-world, especially Annelie for your never-
ending patience in resolving phylogenetic relationships, and Marie for the lab-
related things.

I would also like to acknowledge Sara, Jens, David, Emma, Annelie and Curt
for critically reading my thesis and contributing with valuable comments and
suggestions.

Thanks also to all past and present people that I have not mentioned by name. I

treasure all the great moments you have given me during this time at the

72



department, be it a beer in the pub, lunch company, or just a chat in the
corridor.

Last, but certainly not least, I would like to thank my wonderful family.
Jessica, Melker och Sam. Det finns inte ord for att beskriva hur mycket ni
betyder for mig. Jag ar lycklig i vetskapen att jag alltid har de tre bésta skilen i
vérlden for att ta mig ur sdngen pa morgnarna. Jessica, du dr mitt allt och min
battre hilft. Jag vet inte hur du gor, men tack for att du star ut med mig och allt
vad det innefattar! Jag dlskar dig av hela mitt hjérta! Grabbarna: det ricker att
bara ta fram en mental bild nir man &r nere for att ett leende snabbt ska smyga
sig pa en! Pappa édlskar er! Jag vill ockséd rikta ett stort tack till Gvriga
familjemedlemmar. Mamma, Pappa, Syrran och Janne for att ni alltid stiller
upp for mig och familjen. Jag &r inte den bésta pa att visa min uppskattning,
men ni ska veta att jag dr for evigt tacksam for det stdd ni ger mig. Stort tack
ocksa till sviarfamiljen Pettersson/Jansson med bihang, det tog inte ldng tid
innan jag kénde mig som en i familjen.

73



