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Abstract Due to the high propensity for genomic alteration of
their genomes, wine yeast (Saccharomyces cerevisiae) strains
are very diverse. Genetic/genomic differences often correlate
with different enological and technological properties.
Experimental data indicate that the plasticity of the genome
makes wine yeast populations capable of adapting to the
continuously changing and rather harsh fermentation envi-
ronment. A model is proposed for this fast adaptive genome
evolution (FAGE) that explains the roles of the changing
clonal composition of the population during fermentation,
genome purification by meiosis at the end of fermentation
and subsequent autodiploidisation of the spore clones in the
next vintage, and the generation of new genomes through
conjugation of non-sister spore clones (heterodiploidisation).
Possibilities for genome stabilisation are also considered.
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Introduction

Winemaking is a complex process, in which many factors,
such as the type (variety) of grape, the quality of grape must,
technological procedures, alcoholic fermentation by yeasts
and malolactic fermentation by bacteria, play important roles.
The yeasts are of fundamental importance because they
convert the sugar of the grape juice into alcohol and

significantly contribute to the taste, flavour, bouquet, and
even the colour of the wine (for a review, see Fleet 2003). The
principal wine yeast is Saccharomyces cerevisiae.

Saccharomyces cerevisiae has both wild and domesticat-
ed versions, and the domestication event that resulted in grape
wine yeasts took place approximately 2,700 years ago (Fay
and Benavides 2005). The long evolutionary process has
gradually made the wine yeast physiology and genome
capable of coping with the harsh and cyclically changing
conditions of fermentation and the long periods that separate
successive vintages. Large amounts of experimental data
indicate that the success of wine yeasts is largely attributable
to their high propensity for genetic/genomic alterations,
allowing their properties to change over a short period of
time. This review summarises current knowledge on the
diversity and flexibility of the wine yeast genome, and
proposes a unified model for the fast adaptive genome
evolution (FAGE) occurring during grape wine fermentation.

Genetic diversity of wine strains

Over the last 30 years a large number of observations have
demonstrated that the wine strains of S. cerevisiae are
highly diverse; the population fermenting a grape must is
usually polyclonic and the clones can differ significantly in
enological performance and genotype. The extent of genetic
differences ranges from single-nucleotide substitutions to
whole-genome duplication.

Gross genomic diversity—ploidy and chromosome-length
polymorphism

Gross genomic diversity (GDD) is illustrated by the fact
that wine strains of S. cerevisiae are predominantly diploid
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(e.g. Thornton 1982; Mortimer et al. 1994; Nadal et al.
1999; Bradbury et al. 2006; Legras et al. 2007; Lopandic
et al. 2007), but aneuploids (e.g. Sancho et al. 1986;
Bakalinsky and Snow 1990; Martinez et al. 1995; Ibeas
and Jimenez 1996; Guijo et al. 1997; Nadal et al. 1999;
Infante et al. 2003; Bradbury et al. 2006; Legras et al.
2007; Lopandic et al. 2007), triploids (Cummings and
Fogel 1978; Takahashi 1978; Thornton 1986), polyploids
(e.g. Takahashi 1978; Bakalinsky and Snow 1990; Guijo
et al. 1997; Naumov et al. 2000, 2002) and rarely also
haploids (Lopandic et al. 2007) occur in the natural yeast
microflora of fermenting wine. Aneuploids are particularly
frequent among flor yeasts, where up to 40% of clones
have less than 2n DNA (Martinez et al. 1995; Infante et al.
2003).

Apart from variability in ploidy, wine strains also show
considerable diversity in the number and size of chromosomes
(chromosome-length polymorphism). This phenomenon can
best be observed by pulse-field gel electrophoresis (PFGE),
which separates chromosome-size DNAmolecules (Schwartz
and Cantor 1984). A marked polymorphism of electropho-
retic chromosomal profiles has been observed in naturally
fermenting S. cerevisiae populations in almost all wine-
growing regions of the world for which PFGE analysis has
been performed (e.g. Johnston and Mortimer 1986; Bidenne
et al. 1992; Frezier and Dubourdieu 1992; Egli et al. 1998;
Vezinhet et al. 1990, 1992; Briones et al. 1996; Izquierdo
Canas et al. 1997; Povhe et al. 2001; Sipiczki et al. 2004;
Schuller et al. 2004; Antunovics et al. 2005). For example,
Vezinhet et al. (1990) found 20 different karyotypes in 22
wine yeast strains, and Yamamoto et al. (1991) detected 51
different karyotypes among 77 wine yeasts. Chromosomal
length differences are frequently observed between strains
isolated from the same fermenting must (e.g. Frezier and
Dubourdieu 1992; Vezinhet et al. 1992; Schütz and Gafner
1994; Versavaud et al. 1995; Nadal et al. 1996; Egli et al.
1998; Mesa et al. 1999; Cocolin et al. 2004; Antunovics et al.
2005; Sipiczki et al. 2001, 2004) indicating that clones with
different sets of chromosomes propagate simultaneously and
in succession during fermentation. These clones may originate
from different progenitors or from segregation events occur-
ring during the propagation of the yeast cells in the course of
fermentation (see below).

Fine genomic diversity

Besides GDD, the genomes of wine yeasts also show an
enormous “small-scale” diversity, or fine genomic diver-
sity (FGD). Genome-wide random amplified polymorphic
DNA (RAPD; e.g. Grando et al. 1994; Quesada and Cenis
1995; Martinez et al. 2007), interdelta typing (Ness et al.
1993; Versavaud et al. 1995; Legras and Karst 2003; Le
Jeune et al. 2006; Ayoub et al. 2006), microsatellite typing

(Gallego et al. 1998; Gonzalez et al. 2001; Howell et al.
2004; Legras et al. 2005; Schuller and Casal 2007),
amplified fragment length polymorphism (AFLP; deBarros
Lopes et al. 1999), multi locus sequence typing (MLST; Aa
et al. 2006; Ayoub et al. 2006), intron splice site analysis
(deBarros Lopes et al. 1996) and microarray karyotyping
(array-CGH; Winzeler et al. 2003; Infante et al. 2003; Dunn
et al. 2005; Carreto et al. 2008) have unveiled extensive
chromosomal nucleic acid polymorphism in wine yeasts
populations. Since Dubourdieu et al. (1987) introduced the
RFLP analysis of the mitochondrial DNA to wine yeast
characterisation, its use has revealed high levels of
polymorphism also in mitochondrial genomes and mito-
chondrial genes (e.g. Vezinhet et al. 1990; Querol et al.
1994; Versavaud et al. 1995; Lopez et al. 2003).

Single-nucleotide polymorphism (SNP) genotyping
(Ben-Ari et al. 2005) and array-CGH are very powerful
tools for analysing FGD. Array-CGH detected single-
nucleotide polymorphism variation among laboratory and
natural strains (Winzeler et al. 2003), and deletions and
amplifications of single genes in the wine yeast genome
compared to the genome of a standard laboratory strain
(Dunn et al. 2005, Carreto et al. 2008).

More specific analyses identified differences in the
sequence (mutations) or the location (translocations) of
individual genes or short chromosomal regions. For example,
Gogo-Yamamoto et al. (1998) reported on the translocation
and copy-number changes of SSU1, Aa et al. (2006)
revealed high polymorphism in this and certain other genes,
and Divol and van Rensburg (2007) found that in certain
endo-polygalacturonase deficient wine strains the PGU1
gene was replaced by a partial Ty mobile element. Erasmus
and van Vuuren (2009) found a correlation between
osmosensitivity and the deletion of a short region normally
located close to the telomere of chromosome XV.

Heterozygosity

Natural wine yeasts are highly heterozygous but their
heterozygosity is usually not apparent from the phenotype
because the recessive alleles do not have phenotypic
effects. Di-, aneu- and polyploid strains can be heterozy-
gous at individual genes (e.g. Romano et al. 1985;
Bakalinsky and Snow 1990; Mortimer et al. 1994; Nadal
et al 1999; Ramirez et al. 1999; Mortimer 2000; Johnston
et al. 2000; Sipiczki et al. 2001, 2004; Ayoub et al. 2006),
microsatellite loci (Ayoub et al. 2006) for larger segments,
and even for complete chromosomes (Miklos et al. 1996;
Nadal et al. 1999; Puig et al. 2000; Castrejon et al. 2004).
Heterozygous strains often carry deleterious recessive
alleles that would decrease the fitness of the cells by
causing slower growth, lower fermentation rate, reduced
spore viability, etc., if they were not suppressed by the
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dominant wild-type alleles (Ramirez et al. 1999). Genes
involved in the production of metabolites or in the
determination of resistance to adverse environmental
effects can also have more than one allele and cause
heterozygosity in natural wine strains (Thornton 1982;
Romano et al. 1985; Giudici and Zambonelli 1992;
Sipiczki et al. 2001, 2004; Marullo et al. 2004, 2007).
Interestingly, commercial wine strains can also be hetero-
zygous (Johnston et al. 2000; Schuller et al. 2004;
Bradbury et al. 2006).

Interspecies hybrid and mosaic chimerical genomes

Wine yeasts with genomes consisting of elements from two
or more species have been identified in numerous wine-
growing regions (for a review, see Sipiczki 2008). These
yeasts were either alloploids (true interspecies hybrids) or
only had chimerical genomes consisting of a (nearly)
complete S. cerevisiae genome and small genomic frag-
ments from related species (e.g. Saccharomyces uvarum
and Saccharomyces kudriavzevii) or from Zygosaccharo-
myces bailii (Novo et al. 2009). The yeasts that have
chimerical genomes are also frequently referred to as
interspecies hybrids, which is misleading. True hybrids
with complete genomes of both partner species were
described between S. cerevisiae and S. uvarum (S. bayanus
var. uvarum). They were either allodiploids, producing
mostly nonviable spores, or allotetraploids that produced
viable spores. Allodiploid and allopolyploid hybrids can
also be constructed under laboratory conditions.
Laboratory-bred S. cerevisiae x S. uvarum hybrids are
unstable and usually undergo a complex genome reduction
process resulting in stabile segregants with an (almost)
complete S. cerevisiae genome containing genes or chromo-
somal segments from S. uvarum. Presumably, a similar
process accounts for the formation of natural interspecies
chimeras. It is reasonable to suppose that such segregants
can later backcross with S. cerevisiae strains, which
stabilizes the acquired “foreign” sequences as introgressions.

Genetic instability and segregation in wine strains

Many studies have shown that the natural wine yeasts have a
large capacity for genome reorganisation and thus the wine
yeast genome is in a sort of continuous evolution due to
frequent structural rearrangements and mutations occurring
during vegetative propagation and at meiosis–sporulation.

Vegetative instability and mitotic segregation

Wine yeast populations can undergo various multiple
genetic changes when cultured for longer periods of time

under conditions (e.g. in a medium rich in nutrients) that
keep the cells in vegetative phase (propagation by mitosis).
These events can affect individual genes, groups of genes
or larger segments of the genome, and can take place
independently in different cells of the growing population,
resulting in diverse subpopulations (e.g. Longo and
Vezinhet 1993; Schütz and Gafner 1993; Nadal et al.
1996). The presence of multiple subpopulations may
account for the increased number of bands and the
heterogeneous brightness of bands in karyotypes of the
cultures (Miklos et al. 1997). The brighter bands represent
chromosomes present in all (or in the larger) subpopula-
tions whereas the fainter bands correspond to chromosomes
that are present only in minor subpopulations. These
subpopulations can be identified and separated by plating
samples of the culture onto an agar medium and selecting
individual colonies that show different karyotypes, usually
containing fewer but uniformly bright bands (Longo and
Vezinhet 1993; Miklos et al. 1996, 1997). The rate of
chromosome rearrangement events is highly variable in
various strains. Carro et al. (2003b) reported rearrangement
rates of up to 1% chromosome changes per generation.
Nadal et al. (1999) detected one to five changes per 100
doublings in sparkling-wine strains. The phenomenon
referred to as loss of heterozygosity (LOH) is another type
of vegetative instability (Ramirez et al. 2004). Although the
exact mechanism is unknown, LOH is probably the
consequence of gene conversion or mitotic (somatic)
crossing over, which produces two different sister cells,
one being homozygous for the dominant allele and the
other being homozygous for the recessive allele.

Meiotic instability: meiotic segregation

Although meiosis and sporulation occur only rarely during
fermentation, they can take place at the end of the vintage
when low-nutrient conditions switch on the meiotic
developmental programme. The haploid spores produced
are very resistant to adverse environmental conditions (long
periods of nutrient depletion, extreme temperatures, radia-
tion, dryness, etc) and can survive until the next vintage.

Meiosis represents a much more severe threat to genetic
stability than mitosis because it halves the genome by
separating the homologous chromosomes. When the diploid
genome is heterozygous, which is mostly the case when
natural strains are considered, the spores will have
genotypes different from that of the parental strain and of
those of the other spores. Moreover, meiotic recombination
can cause rearrangements in the structure of chromosomes.
Thus, meiotic segregation of karyotypes is quite common in
natural wine yeasts (e.g. Miklos et al. 1996, 1997; Budroni
et al. 2000; Puig et al. 2000; Carro and Pina 2001; Sipiczki
et al. 2004; Marullo et al. 2004, 2007). Low sporulation
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efficiency and low spore viability (also referred to as low
fertility) hampers meiotic segregation and renders the genome
more stable. This is usually the case in aneuploids (Martinez
et al. 1995; Ibeas and Jimenez 1996) and allodiploids
(reviewed in Sipiczki 2008), which either sporulate poorly
or their spores are incapable of germination. In contrast to
allodiploids, allotetraploids can produce viable spores that
have allodiploid or recombinant chimerical genomes.

Several laboratories have found that single-spore deriv-
atives can lose characteristic traits of the mother strains,
among them also technologically important properties
(Romano et al. 1985, 2003; Johnston et al. 2000; Gimeno-
Alcaniz and Matallana 2001; Giudici and Zambonelli 1992;
Sipiczki et al. 2001, 2004; Marullo et al. 2004, 2007). This
happens if the strain is heterozygous for different alleles of
the gene that determines the trait. In this case, each ascus
(tetrad of spores) will have two types of spores in a 2:2
ratio (e.g. Romano et al. 1985; Giudici and Zambonelli
1992; Sipiczki et al. 2001, 2004). However, the segregation
pattern is frequently more complex, and variable propor-
tions of 0:4, 1:3, 2:2 and 1:1:1:1 tetrads occur in the asci of
the strain. Numerous enologically important properties of
wine yeasts segregate in this manner, producing a broad
variety of spore clones. A deviation from the 2:2 pattern
indicates that the trait is under polygenic control and that the
sporulating strain is heterozygous at more than one gene.
Alcohol tolerance, hydrogen sulphide production, and the
production of metabolites such as acetaldehyde, acetic acid,
ethyl acetate, n-propanol, isobutanol, isoamyl-alcohol are
polygenic traits, so they rarely show 2:2 segregation (Romano
et al. 1985, 2003; Johnston et al. 2000; Sipiczki et al. 2001,
2004; Marullo et al. 2004, 2007).

The mechanism of genetic changes

The exact nature of the modifications in the genome has not
been precisely defined, and the underlying molecular
mechanisms are still largely unknown.

Possible mechanisms accounting for chromosome-length
polymorphism can be ectopic reciprocal (crossing-over) and
nonreciprocal (gene conversion) recombination between
non-allelic loci (Nadal et al. 1999; Puig et al. 2000), Ty
transposon-mediated chromosomal translocations (Rachidi
et al. 1999; Dunham et al. 2002) and recombination
between repetitive sequences of subtelomeric regions
(Carro et al. 2003b; Carreto et al. 2008). Some of these
processes can occur more often than the other events. The
frequency of mitotic gene conversion was estimated to
range between 1×10−5 and 3×10−5 per generation and was
frequently associated with rearrangements of chromosomal
structures (Puig et al. 2000).

Repetitive sequences interspersed in the yeast genome
are thought to be a major source of genome instability. The

Ty1 elements are dispersed retrotransposons and are able to
promote chromosomal translocations by ectopic recombi-
nation (for a review see Mieczkowski et al. 2006). Each
Ty1 element is about 6 kb in length, including long terminal
repeats or delta sequences of about 340 bp. There are many
more solo delta elements in the genome than complete Ty1
elements. The solo deltas presumably were derived from
complete Ty1 elements by recombination events between
their lateral deltas. Recombinations can also occur between
Ty1 elements and delta sequences that are located far apart
on the same chromosome, leading to large deletions or
duplications. Recombinations between Ty or delta sequen-
ces located on nonhomologous chromosomes generates
interchromosomal translocations. The “breakpoints” of
many rearrangements of experimental and wine strains
coincided with the positions of transposons and transposon
fragments (Rachidi et al. 1999; Dunham et al. 2002; Infante
et al. 2003; Carreto et al. 2008). In contrast, Nadal et al.
(1999) found no relationship between the distribution of Ty
elements and the rate of changes in the chromosomes.

Fine genetic changes that do not cause spectacular
rearrangements in the genome can also significantly
contribute to genetic instability of wine yeasts. For
example, the high frequency LOH observed in heterozy-
gous cycloheximide-resistant wine strains is probably
attributable to FGD events. Its exact mechanism is
unknown but its frequency is much higher than the
calculated gene conversion rate in the chromosomal region
involved (Ramirez et al. 2004).

Chromosomal sequences of foreign origin may also be a
source of genetic instability. For example, the Zygosac-
charomyces sequences detected in the genomes of certain
wine yeast strains vary in size, presumably because they are
still unstable in the S. cerevisiae genome (Novo et al.
2009).

Genetic stabilization of technological strains

Genetic instability may alter useful properties of wine
yeasts, resulting in problems in fermentation or lower
quality of wine. Thus, obtaining genetically stable strains
with good fermentation properties is of great importance for
technologies based on inoculated fermentation.

The benefit of diploidy and aneuploidy is that the
presence of two or more homologous chromosomes masks
the harmful recessive mutations. However, this masking
effect provides only a short-term advantage because the
growing load of harmful mutations is associated with the
growing risk of segregation. The yeast genome can get rid
of these mutations at meiotic division, which abolishes the
heterozygotic state. The haploid products (spores) of
meiosis have only single copies of each chromosome and,
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if they undergo autodiploidisation, produce homozygous
diploid clones with two identical sets of chromosomes
(Mortimer et al. 1994). A consequence of this process is
that karyotypically unstable strains produce karyotypically
(more) stable meiotic products (Miklos et al. 1997; Carro
and Pina 2001). If the sporulating wine strain was
heterozygous for deleterious mutations, its meiotic progeny
will contain segregants with poor enological properties and
segregants that received favourable sets of alleles (see
above). The autodiploids of the latter group will exhibit
greater fitness and will be able to outgrow the other
autodiploids. From this it follows that meiosis has a
genome purification effect and that the sexual cycle is in
fact a natural genome stabilisation mechanism.

Although genome stability is significantly improved in
the autodiploidised spore clones (F1 generation), one
meiosis may not eliminate all genetic instability. Certain
F1 spore clones may further segregate, producing F2 spore
clones still differing in the length of certain chromosomes
and the production of certain metabolites (Sipiczki et al.
2001, 2004). This residual post-meiotic instability can be
eliminated by producing additional filial generations.

Genetic stabilization through meiosis and autodiploidisa-
tion is possible only in homothallic strains because only the
haploid cells produced by a germinating homothallic spore
can switch their mating type and conjugate with each other.
In heterothallic strains, the mating type is stable, so a
heterothallic spore clone cannot autodiploidise. Its cells can
diploidise only by conjugating with haploid cells of a
different spore clone. These “heterodiploids” are rarely
homozygous. Therefore the karyotypes of the meiotic
descendants can be more polymorphic in a heterothallic
strain than in a homothallic strain (Miklos et al. 1997). Semi-
homothallic strains (e.g. certain flor yeasts) are also poor
at autodiploidisation because they segregate into homo-
thallic and heterothallic spores, neither of which can
restore the semi-homothallic sexual type by selfconjuga-
tion (Guijo et al. 1997; Budroni et al. 2000; Naumov et al.
2000). However, as only about 10% of wine strains are
heterothallic (Mortimer 2000) and even fewer strains are
semi-homothallic, autodiploidisation after sporulation may
be an important mode of reduction of heterozygosity
(Mortimer et al. 1994).

Genome purification by meiosis is associated with the
risk that none of the segregants will be better than the
original strain. This risk is obviously lower in strains that
are sterile or poor at sporulation. Low sporulation activity is
frequently observed in association with aneuploidy and
chromosomal translocations that impair homologous pair-
ing of chromosomes in prophase-I of meiosis (e.g. Martinez
et al. 1995; Ibeas and Jimenez 1996). The cost of this
protection is, however, the lack of (or poor) sporulation at
the end of fermentation, which not only prevents genome

purification but also drastically reduces the strain’s chance
of survival until the next vintage (Ramirez and Ambrona
2008). Apomixis, a sexual aberration, which makes the cell
skip one of the divisions in meiosis and prevents karyotype
segregation (Castrejon et al. 2004) seems to be a possibility
for ensuring both low meiotic segregation and producing
spores for survival in the harsh conditions of the inter-
vintage periods.

Mitotic recombination (particularly gene conversion) can
also reduce the level of heterozygosity (Puig et al. 2000)
and probably also eliminates deleterious mutations from the
genome. In strains with low sporulation efficiency this may
be the major stabilisation mechanism. Genetic stabilisation
can also be achieved by reducing heterozygosity through
the elimination of individual chromosomes with the aid of
drugs (e.g. benomyl) that interact with components of the
division machinery (Blasco et al. 2008). Modification of the
recombinational machinery may also have a stabilising effect.
Carro et al. (2003a) found that the inactivation of the
recombinational gene RAD52 partially stabilised the karyo-
types in a hypervariable strain.

Fast adaptive genome evolution during wine
fermentation

The experimental results summarised in this review
demonstrate that the physiological and genetic properties
of the S. cerevisiae population are fairly unstable, and allow
frequent genetic/genomic changes during the fermentation
process. A model can be proposed for the role of this
changeability in the remarkably fast adaptation of the yeast
population to the continuously changing and rather harsh
fermentation environment (Fig. 1). The physiological
adaptation of the cells is based mainly on transcriptional
up- and down-regulation of genes (e.g. Ferea et al. 1999;
Backhus et al. 2001; Erasmus et al. 2003; Marks et al.
2003; Rossignol et al. 2003; Townsend et al. 2003; Varela
et al. 2005; Pizarro et al. 2008), which, however, may have
limits. Therefore changes in the genome are also necessary
to make adaptation faster and more efficient (adaptive
genome evolution). Due to its unique plasticity, the wine
yeast genome can change easily both during vegetative
propagation (mitotic divisions) and in the sexual cycle
(meiosis-sporulation-conjugation). During fermentation, the
genomes of certain vegetatively propagating yeast cells
undergo multiple, successive mutations and gross genomic
rearrangements, resulting in a variety of clones with
different genomes. These changes occur spontaneously but
certain components of the environment, such as ethanol and
acetaldehyde, can induce modification events related to
recombination (Ristow et al. 1995). In each phase of
fermentation, the clone(s) with the highest fitness outgrow
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(s) the other clones, but to cope with the even harsher
conditions of the next phase, its/their cells will have to
modify their genomes further. The cost of this process is a
concomitant accumulation of recessive lethal and deleterious
alleles in the heterozygous state. Upon completion of
fermentation, starvation triggers meiosis (and sporulation)
in the yeast cells, which results in the segregation of their
heterozygous genomes. Many spores that received the
deleterious alleles will die; their death eliminates most of
the deleterious mutations (genome purification by
meiosis-sporulation). The spores that survive until the
next vintage will germinate in the fresh must to produce
vegetative cells capable of conjugation. Conjugation of
sister cells results in homozygous diploids (autodiploid-
isation, “genome renewal”; Mortimer et al. 1994),
whereas conjugation of non-sister cells generates new
genomes by combining the genomes of two different
spores (heterodiploidisation). These auto- and heterodi-
ploids will then compete with each other and evolve
during the new fermentation.

Although it is likely that most genetic changes are
neutral or harmful, some them may be beneficial in one or
the other phase of fermentation by modifying the activity of
one or two genes or altering indirectly the expression of
larger gene groups of enological importance (e.g. Cavalieri
et al. 2000). The translocation of the SSU1 gene (conferring
sulfite resisitance; Goto-Yamamoto et al. 1998; Perez-Ortin
et al. 2002) in certain wine yeasts, the amplification of

genes coding for alcohol dehygrogenase (reducing the
acetaldehyde level; Guijo et al. 1997), and genes facilitating
velum formation in flor yeasts (Fidalgo et al. 2006) are
examples of beneficial changes that have become fixed in
the evolution of certain populations. Large-scale alterations
such as polyploidisation and aneuploidisation can increase
the number of beneficial genes (gene dosage; e.g. Salmon
1997).

This model is consistent with results of comparative
studies on yeast populations of consecutive years in
wineries (Frezier and Dubourdieu 1992; Vezinhet et al.
1992; Izquierdo Canas et al. 1997; Sabate et al. 1998;
Gutierrez et al. 1999). For example, when the composition
of the yeast microflora of spontaneous fermentation in a La
Rioja winery was studied by DNA fingerprinting during
five consecutive years (Gutierrez et al. 1999), strains
showing identical patterns and strains showing different
patterns were detected for each vintage. The former might
have been clones derived from audodiploidisation events,
whereas the latter might have been clones evolved from
heterodiploidisation or postzygotic genetic changes occur-
ring in the fermenting population. This may hold even if
part of the fermenting S. cerevisiae population originates in
the vineyard (Mortimer and Polsinelli 1999) because at
least part of the vineyard yeast population may consist of
winery yeasts (Schuller et al. 2007) probably disseminated
by insects (e.g. Drosophila), which are abundant in the
vicinity of wineries.

vFAGE vFAGEsFAGEvFAGE vFAGEsFAGE

MS, GP SG, DI

ConjugationConjugation

M
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Fermentation Fermentation Inter-vintage

Fig. 1 Hypothetical model of fast adaptive genome evolution (FAGE)
of wine yeasts. Each line represents a clone of cells. Less competitive
clones are gradually outcompeted and vanish from the population
(lines ending with full circles). Clones living in the last phase of
fermentation are marked with arrowheads. These will sporulate and
their spores will germinate in the next vintage. Solid-line arrow

Autodiploidisation, dotted-line arrow heterodiplodisation by sister-
spore conjugation, broken-line arrow heterodiploidisation by non-
sister conjugation, MS meiotic segregation, GP genome purification,
SG spore germination, DI diploidisation, vFAGE fast adaptive
evolution during vegetative growth, sFAGE fast adaptive evolution
in the sexual stage

90 Ann Microbiol (2011) 61:85–93



References

Aa E, Townsend JP, Adams RI, Nielsen KM, Taylor JW (2006)
Population structure and gene evolution in Saccharomyces
cerevisiae. FEMS Yeast Res 6:702–715

Antunovics Z, Irinyi L, Sipiczki M (2005) Combined application of
methods to taxonomic identification of Saccharomyces strains
in fermenting botrytized grape must. J Appl Microbiol 98:971–
979

Ayoub MJ, Legras JL, Saliba R, Gaillardin C (2006) Application of
Multi Locus Sequence Typing to the analysis of the biodiversity
of indigenous Saccharomyces cerevisiae wine yeasts from
Lebanon. J Appl Microbiol 100:699–711

Backhus LE, DeRisi J, Brown PO, Bisson LF (2001) Functional
genomic analysis of a commercial wine strain of Saccharomyces
cerevisiae under differing nitrogen conditions. FEMS Yeast Res
1:111–125

Bakalinsky AT, Snow R (1990) The chromosomal constitution
of wine strains of Saccharomyces cerevisiae. Yeast 6:367–
382

Ben-Ari G, Zenwirth D, Sherman A, Simchen G, Lavi U, Hillel J
(2005) Application of SNPs, for assessing biodiversity and
phylogeny among yeast strains. Heredity 95:493–501

Bidenne C, Blondin B, Dequin S, Vezinhet F (1992) Analysis of the
chromosomal DNA polymorphism of wine strains of Saccharo-
myces cerevisiae. Curr Genet 22:1–7

Briones AI, Ubeda J, Grando MS (1996) Differentiation of Saccha-
romyces cerevisiae strains isolated from fermenting musts
according to their karyotype pattern. Int J Food Microbiol
28:369–377

Blasco L, Feijoo-Soita L, Veiga-Crespo P, Villa TG (2008) Genetic
stabilization of Saccharomyces cerevisiae oenological strains by
using benomyl. Int Microbiol 11:127–132

Bradbury JE, Richards KD, Niederer HA, Lee SA, Dunbar PR,
Gardner RC (2006) A homozygous diploid set of commercial
wine strains. Antonie Leeuwenhoek 89:27–37

Budroni M, Giordano G, Pinna G, Farris GA (2000) A genetic study
of natural flor strains of Saccharomyces cerevisiae isolated
during biological ageing from Sardinian wines. J Appl Microbiol
89:657–662

Carreto L, Eiriz MF, Gomes AC, Pereira PM, Schuller D, Santos MAS
(2008) Comparative genomics of wild type yeast strains unveils
important genome diversity. BMC Genomics 9:524

Carro D, Pina B (2001) Genetic analysis of the karyotypes instability
in natural wine yeast strains. Yeast 18:1457–1470

Carro D, Bartra E, Pina B (2003a) Karyotype reaarangements in a
wine yeast strain by rad52-dependent and rad52-independent
mechanisms. Appl Environ Microbiol 69:2161–2165

Carro D, Garcia-Martinez J, Perez-Ortin JE, Pina B (2003b) Structural
characterization of chromosome I size variants from a natural
yeast strain. Yeast 20:171–183

Castrejon F, Martinez-Force E, Benitez T, Codon AC (2004) Genetic
analysis of apomictic wine yeasts. Curr Genet 45:187–196

Cavalieri D, Townsend JP, Hartl DL (2000) Manifold anomalies in
gene expression in a vineyard isolate of Saccharomyces
cerevisiae revealed by DNA microarray analysis. Proc Natl Acad
Sci USA 97:12369–12374

Cocolin L, Pepe V, Comitini F, Comi G, Ciani M (2004) Enological
and genetic traits of Saccharomyces cerevisiae isolated from
former and modern wineries. FEMS Yeast Res 5:237–245

Cummings J, Fogel S (1978) Genetic homology of wine yeasts with
Saccharomyces cerevisiae. J Inst Brew 84:267–270

deBarros Lopes M, Soden A, Henschke P, Langridge P (1996) PCR
differentiation of commercial yeast strains using intron splice site
primers. Appl Environ Microbiol 62:4514–4520

deBarros Lopes M, Rainieri S, Henschke PA, Langridge P (1999)
AFLP fingerprinting for analysis of yeast genetic variation. Int J
Syst Bacteriol 49:915–924

Divol B, van Rensburg P (2007) PGU1 gene natural deletion is
responsible for the absence of endo-polydalacturonase activity in
some wine strains of Saccharomyces cerevisiae. FEMS Yeast Res
7:1328–1339

Dubourdieu D, Sokol A, Zucca J, Thalouarn P, Dattee A, Aigle M
(1987) Identification des souches de levures isolées de vins par
l’analyse de leur AND mitochondrial. Connaiss Vigne Vin
21:267–278

Dunham MJ, Badrane H, Ferea T, Adams J, Adams J, Brown PO,
Rosenzweig F, Botstein D (2002) Characteristic genome rear-
rangements in experimental evolution of Saccharomyces cerevi-
siae. Proc Natl Acad Sci USA 99:16144–16149

Dunn B, Levine RP, Sherlock G (2005) Microarray karyotyping of
commercial wine yeast strains reveals shared, as well as unique,
genomic signatures. BMC Genomics 6:53

Egli CM, Edinger WD, Mitrakul CM, Henick-Kling T (1998)
Dynamics of indigenous and inoculated yeast ppopulations and
their effect on the sensory character of Riesling and Chardonnay
wines. J Appl Microbiol 85:779–789

Erasmus DJ, van Vuuren HJJ (2009) Genetic basis for osmosensitivity
and genetic instability of the wine yeast Saccharomyces
cerevisiae VIN7. Am J Enol Vitic 60:145–154

Erasmus DJ, van der Merve GK, van Vuuren HJJ (2003) Genome-wide
expression analysis: metabolic adaptation of Saccharomyces
cerevisiae to high sugar stress. FEMS Yeast Res 3:375–399

Fay JC, Benavides JA (2005) Evidence for domesticated and wild
populations of Saccharomyces cerevisiae. PLoS Genet 1:66–71

Ferea TL, Botstein D, Brown PO, Rosenzweig RF (1999) Systematic
changes in gene expression patterns following adaptive evolution
in yeast. Proc Natl Acad Sci USA 96:9721–9726

Fidalgo M, Barrales RR, Ibeas JI, Jimenez J (2006) Adaptive
evolution by mutations in the FLO11 gene. Proc Natl Acad Sci
USA 103:11228–11233

Fleet GH (2003) Yeast interactions and wine flavour. Int J Food
Microbiol 86:11–22

Frezier V, Dubourdieu D (1992) Ecology of yeast strain Saccharomy-
ces cerevisiae during spontaneous fermentation in a Bordeaux
winery. Am J Enol Vitic 43:375–380

Gallego FJ, Perez MA, Martinez I, Hidalgo P (1998) Micro-
satellites obtained from database sequences are useful to
characterize Saccharomyces cerevisiae strains. Am J Enol Vitic
49:350–351

Gimeno-Alcaniz JV, Matallana E (2001) Performance of industrial
strains of Saccharomyces cerevisiae during wine fermentation is
affected by manipulation strategies based on sporulation. Syst
Appl Microbiol 24:639–644

Giudici P, Zambonelli C (1992) Biometric and genetic study on acetic
acid production for breeding of wine yeast. Am J Enol Vitic
43:370–374

Gonzalez Techera A, Jubany S, Carrau FM, Gaggero C (2001)
Differentiation of industrial wine yeast strains using micro-
satellite markers. Lett Appl Microbiol 33:71–75

Goto-Yamamoto N, Kitano K, Shiki K, Yoshida Y, Suzuki T, Iwata T,
Yamane Y, Hara S (1998) SSU1R, a sulfite resisitance gene of
wine yeast, is an allele of SSU1 with a different upstream
sequence. J Ferment Bioeng 86:427–433

Grando MS, Ubeda J, Briones AI (1994) RAPD analysis of wine
Saccharomyces strains differentiated by pulsed field gel electro-
phoresis. Biotechnol Tech 8:557–560

Guijo S, Mauricio JC, Salmon JM, Ortega JM (1997) Determination
of the relative ploidy in different Saccharomyces cerevisiae
strains used for fermentation and “flor” film ageing of dry sherry-
type wines. Yeast 13:101–117

Ann Microbiol (2011) 61:85–93 91



Gutierrez AR, Santamaria P, Epifanio S, Garijo P, Lopez R (1999)
Ecology of spontaneous fermentation in one winery during 5
consecutive years. Lett Appl Microbiol 29:411–415

Howell KS, Bartowsky EJ, Fleet GH, Henschke PA (2004) Micro-
satellite PCR profiling of Saccharomyces cerevisiae strains
during wine fermentation. Lett Appl Microbiol 38:315–320

Ibeas JI, Jimenez J (1996) Genomic complexity and chromosomal
rearrangements in wine-laboratory yeast hybrids. Curr Genet
30:410–416

Infante JJ, Dombeck K, Rebordinos L, Cantoral JM, Young ET (2003)
Genome-wide amplifications caused by chromosomal rearrange-
ments play a major role in the adaptive evolution of natural yeast.
Genetics 165:1745–1759

Izquierdo Canas PM, Ubeda Iranzo JF, Briones Perez AI (1997) Study
of the karyotype of wine yeast isolated in the region of
Valdepenas in two consecutive vintages. Food Microbiol
14:221–225

Johnston JR, Mortimer RK (1986) Electrophoretic karyotyping of
laboratory and commercial strains of Saccharomyces and other
yeasts. Int J Syst Bacteriol 36:569–572

Johnston JR, Baccari C, Mortimer RK (2000) Genotypic character-
isation of strains of commercial wine yeasts by tetrad analysis.
Res Microbiol 151:583–590

Legras J-L, Karst F (2003) Optimisation of interdelta analysis for
Saccharomyces cerevisiae strain characterization. FEMS Micro-
biol Lett 221:249–255

Legras J-L, Ruh O, Merdinoglu D, Karst F (2005) Selection of
hypervariable microsatellite loci for the characterization of Saccha-
romyces cerevisiae strains. Int J Food Microbiol 102:73–83

Legras J-L, Merdinglu D, Cornuet J-M, Karst F (2007) Bread, beer
and wine: Saccharomyces cerevisiae diversity reflects human
history. Mol Ecol 16:2091–2102

Le Jeune C, Erny C, Demuyter C, Lollier M (2006) Evolution of the
population of Saccharomyces cerevisiae from grape to wine in a
spontaneous fermentation. Food Microbiol 23:709–716

Longo E, Vezinhet F (1993) Chromosomal rearrangements during
vegetative growth of a wild strain of Saccharomyces cerevisiae.
Appl Environ Microbiol 59:322–326

Lopandic K, Gangl H, Wallner E, Tscheik G, Leitner G, Querol A,
Borthe N, Breitenbach M, Prillinger H, Tiefenbrunner W (2007)
Genetically different wine yeasts isolated from Austrian vine-
growing regions influence wine aroma differently and contain
putative hybrids between Saccharomyces cerevisiae and Saccha-
romyces kudriavzevii. FEMS Yeast Res 7:953–965

Lopez V, Fernandez-Espinar MT, Barrio E, Ramon D, Querol A
(2003) A new PCR-based method for monitoring inoculated wine
fermentations. Int J Food Microbiol 81:63–71

Marks VD, van der Merwe GK, van Vuuren HJJ (2003) Transcrip-
tional profiling of wine yeast in fermenting grape juice:
regulatory effect of diammonium phosphate. FEMS Yeast Res
3:269–287

Martinez P, Codon C, Perez L, Benitez T (1995) Physiological and
molecular characterization of flor yeasts: polymorphism of flor
yeast populations. Yeast 11:1399–1411

Martinez C, Cosgaya P, Vasquez C, Gac S, Ganga A (2007) High
degree of correlation between molecular polymorphism and
geographic origin of wine yeast strains. J Appl Microbiol
103:2185–2195

Marullo P, Bely M, Masneuf-Pomerade I, Aigle M, Dubourdieu D
(2004) Inheritable nature of enological quantitative traits is
demonstrated by meiotic segregation of industrial wine yeast
strains. FEMS Yeast Res 4:711–719

Marullo P, Aigle M, Bely M, Masneuf-Pomerade I, Durrens P,
Dubourdieu D, Yvert G (2007) Single QTL mapping and
nucleotide-level resolution of a physiologic trait in wine
Saccharomyces cerevisiae strains. FEMS Yeast Res 7:941–952

Mesa JJ, Infante JJ, Rebordinos L, Cantoral JM (1999) Characteriza-
tion of yeasts involved in the biological ageing of sherry wines.
Lebensm Wiss Technol 32:114–120.

Mieczkowski PA, Lemoine FJ, Petes TD (2006) Recombination
between retrotransposons as a source of chromosome rearrange-
ments in the yeast Saccharomyces cerevisiae. DNA Repair
5:1010–1020

Miklos I, Varga T, Nagy A, Sipiczki M (1996) Karyotyping and
segregation of chromosomes in wine yeasts used for hybridization.
Proceedings of the 11th International Oenological Symposium,
Sopron, pp 105–113

Miklos I, Nagy A, Sipiczki M (1997) Genome istability and
chromosomal rearrangements in a heterothallic wine yeast. J
Basic Microbiol 37:345–354

Mortimer RK (2000) Evolution and variation of the yeast (Saccharo-
myces) genome. Genome Res 10:403–409

Mortimer R, Polsinelli M (1999) On the origins of wine yeast. Res
Microbiol 150:199–204

Mortimer RK, Romano P, Suzzi G, Polsinelli M (1994) Genome
renewal: a new phenomenon revealed from a genetic study of 43
strains of Saccharomyces cerevisiae derived from natural
fermentation of grape musts. Yeast 10:1543–1552

Nadal D, Colomer B, Pina B (1996) Molecular polymorphism
distribution in phenotypically distinct populations of wine yeast
strains. Appl Environ Microbiol 62:1944–1950

Nadal D, Carro D, Fernández LJ, Pina B (1999) Analysis and
dynamics of the chromosomal complement of wild sparkling-
wine yeast strains. Appl Environ Microbiol 65:1688–1695

Naumov GI, Naumova ES, Masneuf I, Aigle M, Kondratieva VI,
Dubourdieu D (2000) Natural polyploidisation of some cultured
yeast Saccharomyces sensu stricto: auto- and allotetraploidy. Syst
Appl Microbiol 23:442–449

Naumov GI, Naumova ES, Antunovics Z, Sipiczki M (2002)
Saccharomyces bayanus var. uvarum in Tokaj wine-making of
Slovakia and Hungary. Appl Microbiol Biotechnol 59:727–730

Ness F, Lavallee F, Dubourdieu D, Aigle M, Dulau L (1993)
Identification of yeast strains using the polymerase chain
reaction. J Sci Food Agric 62:89–94

Novo M, Bigey F, Beyne E, Galeote V, Gavory F, Mallet S, Cambon
B, Legras J-L, Wincker P, Casaregola S, Dequin S (2009)
Eukaryote-to eukaryote gene transfer events revealed by the
genome sequence of the wine yeast Saccharomyces cerevisiae
EC1118. Proc Natl Acad Sci USA 106:16333–16338

Perez-Ortin JE, Querol A, Puig S, Barrio E (2002) Molecular
characterization of a chromosomal rearrangement involved in
the adaptive evolution of wine yeast strains. Genome Res
12:1533–1539

Pizarro FJ, Jewett MC, Nielsen J, Agosin E (2008) Growth
temperature exerts a differential physiological and transcriptional
response in laboratory and wine strains of Saccharomyces
cerevisiae. Appl Environ Microbiol 74:6358–6368

Povhe JK, Cadez N, Zagorc T, Bubic V, Zupec A, Raspor P (2001)
Yeast population dynamics in five spontaneous fermentations of
Malvasia must. Food Microbiol 18:247–259

Puig S, Querol A, Barrio E, Pérez-Ortín JE (2000) Mitotic recombination
and genetic changes in Saccharomayces cerevisiae during wine
fermentation. Appl Environ Microbiol 66:2057–2061

Querol A, Barrio E, Ramon D (1994) Population dynamics of natural
Saccharomyces strains during wine fermentation. Int J Food
Microbiol 21:315–323

Quesada MP, Cenis JL (1995) Use of random amplified polymorphic
DNA (RAPD-PCR) in the characterization of wine yeasts. Am J
Enol Vitic 46:204–208

Rachidi N, Barre P, Blondin B (1999) Multiple Ty-mediated chromo-
somal translocations lead to karyotype changes in a wine strain of
Saccharomyces cerevisiae. Mol Gen Genet 261:841–850

92 Ann Microbiol (2011) 61:85–93



Ramirez M, Regodon JA, Perez F, Rebello JE (1999) Wine yeast
fermentation vigor may be improved by elimination of recessive
growth-retarding alleles. Biotechnol Bioeng 65:212–218

Ramirez M, Vinagre A, Ambrona J, Molina F, Maqueda M, Robello
JE (2004) Genetic instability of heterozygous, hybrid, natural
wine yeasts. Appl Environ Microbiol 70:4686–4691

Ramirez M, Ambrona J (2008) Construction of sterile ime1Δ-
transgenic Saccharomyces cerevisiae wine yeasts unable to
disseminate in nature. Appl Environ Microbiol 74:2129–2143

Ristow H, Seyfarth A, Lochmann E-R (1995) Chromosomal damages by
ethanol and acetaldehyde in Saccharomyces cerevisiae as studied
by pulsed field gel electrophoresis. Mutat Res 326:165–170

Romano P, Soli MG, Suzzi G, Grazia L, Zambonelli C (1985)
Improvement of a wine Saccharomyces cerevisiae strain by a
breeding program. Appl Environ Microbiol 50:1064–1067

Romano P, Caruso M, Capece A, Lipani G, Paraggio M, Fiore C
(2003) Metabolic diversity of Saccharomyces cerevisiae strains
from spontaneously fermented grape must. World J Microbiol
Biotechnol 19:311–315

Rossignol T, Dulau L, Julien A, Blondin B (2003) Genome-wide
monitoring of wine yeast gene expression during alcoholic
fermentation. Yeast 20:1369–1385

Sabate J, Cano J, Querol A, Guiilamon JM (1998) Diversity of
Saccharomyces strains in wine fermentations: analysis for two
consecutive years. Lett Appl Microbiol 26:452–455

Salmon J-M (1997) Enological fermentation kinetics of an isogenic
ploidy series derived from an industrial Saccharomyces cerevi-
siae strain. J Ferment Bioeng 83:253–260

Sancho ED, Hernandez E, Rodriguez-Navarro A (1986) Presumed
sexual isolation in yeast populations during production of
Sherrylike wine. Appl Environ Microbiol 51:395–397

Schuller D, Valero E, Dequin S, Casal M (2004) Survey of molecular
methods for the typing of wine yeast strains. FEMS Microbiol
Lett 231:19–26

Schuller D, Casal M (2007) The genetic structure of fermentative
vineyard-associated Saccharomyces cerevisiae populations
revealed by microsatellite analysis. Antonie Leeuwenhoek
91:137–150

Schuller D, Pereira L, Alves H, Cambon B, Dequin S, Casal M (2007)
Genetic characterization of commercial Saccharomyces cerevi-
siae isolates recovered from vineyard environments. Yeast
24:625–636

Schütz M, Gafner J (1993) Analysis of yeast diversity during
spontaneous and induced alcoholic fermentations. J Appl
Bacteriol 75:551–558

Schütz M, Gafner J (1994) Dynamics of the yeast strain population
during spontaneous alcoholic fermentation determined by CHEF
gel electrophoresis. Lett Appl Microbiol 19:253–257

Schwartz DC, Cantor CR (1984) Separation of yeast chromosome-
sized DNAs by pulsed field gradient gel electrophoresis. Cell
37:65–67

Sipiczki M, Romano P, Lipani G, Miklos I, Antunovics Z (2001)
Analysis of yeasts derived from natural fermentation in a Tokaj
winery. Antonie Leeuwenhoek 79:97–105

Sipiczki M, Romano P, Capece A, Paraggio M (2004) Genetic
segregation of natural Saccharomyces cerevisiae strains derived
from spontaneous fermentation of Aglianico wine. J Appl
Microbiol 96:1169–1175

Sipiczki M (2008) Interspecies hybridization and recombination in
Saccharomyces wine yeasts. FEMS Yeast Res 8:996–1007

Takahashi T (1978) Genetic analysis of a German wine yeast. Bull
Brew Sci 24:39–47

Thornton RJ (1982) Selective hybridization of pure culture wine
yeasts. Eur J Appl Microbiol Biotechnol 14:159–164

Thornton RJ (1986) Genetic characterization of New Zealand and
Australian wine yeasts. Antonie Leeuwenhoek 52:97–103

Townsend JP, Cavalieri D, Hartl DL (2003) Population genetic
variation in genome-wide gene expression. Mol Biol Evol
20:955–963

Varela C, Cardenas J, Melo F, Agosin E (2005) Quantitative analysis
of wine yeast gene expression profiles under winemaking
conditions. Yeast 22:369–383

Versavaud A, Couroux P, Roulland C, Dulau C, Hallet JN (1995)
Genetic diversity and geographical distribution of wild Saccharo-
myces cerevisiae strains from wine-producing area of Charentes,
France. Appl Environ Microbiol 61:3521–3529

Vezinhet F, Blondin B, Hallet J-N (1990) Chromosomal DNA pattern
and mitochondrial DNA polymorphism as tool for identification
of enological strains of Saccharomyces cerevisiae. Appl Micro-
biol Biotechnol 32:568–571

Vezinhet F, Hallet J-N, Valade M, Poulard A (1992) Ecological survey
of wine yeast strains by molecular methods of identification. Am
J Enol Vitic 43:83–86

Winzeler EA, Castillo-Davis CI, Oshiro G, Liang D, Richards DR,
Zhou Y, Hartl DL (2003) Genetic diversity in yeast assessed
with whole-genome oligonucleotide arrays. Genetics 163:79–
89

Yamamoto N, Yamamoto N, Amemiya H, Yokomori Y, Shimizu K,
Totosuka A (1991) Electrophoretic karyotypes of wine yeasts.
Am J Enol Vitic 42:358–363

Ann Microbiol (2011) 61:85–93 93


	Diversity, variability and fast adaptive evolution of the wine yeast (Saccharomyces cerevisiae) genome—a review
	Abstract
	Introduction
	Genetic diversity of wine strains
	Gross genomic diversity—ploidy and chromosome-length polymorphism
	Fine genomic diversity
	Heterozygosity
	Interspecies hybrid and mosaic chimerical genomes

	Genetic instability and segregation in wine strains
	Vegetative instability and mitotic segregation
	Meiotic instability: meiotic segregation
	The mechanism of genetic changes

	Genetic stabilization of technological strains
	Fast adaptive genome evolution during wine fermentation
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (ISO Coated v2 300% \050ECI\051)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /Warning
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 1.30
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 150
  /GrayImageMinResolutionPolicy /Warning
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 1.30
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 600
  /MonoImageMinResolutionPolicy /Warning
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e5c4f5e55663e793a3001901a8fc775355b5090ae4ef653d190014ee553ca901a8fc756e072797f5153d15e03300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc87a25e55986f793a3001901a904e96fb5b5090f54ef650b390014ee553ca57287db2969b7db28def4e0a767c5e03300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020d654ba740020d45cc2dc002c0020c804c7900020ba54c77c002c0020c778d130b137c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor weergave op een beeldscherm, e-mail en internet. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents best suited for on-screen display, e-mail, and the Internet.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
    /DEU <FEFF004a006f0062006f007000740069006f006e007300200066006f00720020004100630072006f006200610074002000440069007300740069006c006c0065007200200037000d00500072006f006400750063006500730020005000440046002000660069006c0065007300200077006800690063006800200061007200650020007500730065006400200066006f00720020006f006e006c0069006e0065002e000d0028006300290020003200300031003000200053007000720069006e006700650072002d005600650072006c0061006700200047006d006200480020>
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToRGB
      /DestinationProfileName (sRGB IEC61966-2.1)
      /DestinationProfileSelector /UseName
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing false
      /UntaggedCMYKHandling /UseDocumentProfile
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.276 841.890]
>> setpagedevice


