
Chapter 5
Comparative Genomics and Evolutionary
Genetics of Yeast Carbon Metabolism

Zhenguo Lin and Wen-Hsiung Li

Abstract Yeasts display highly diversified physiological characteristics. The most
distinct physiological character in many yeast species is their special sugar
metabolism. In particular, the baker’s yeast Sacharomyces cerevisiae and its rela-
tives predominantly ferment sugars into ethanol even in the presence of oxygen,
which is known as Crabtree effect or aerobic fermentation. It has been postulated that
this unusual carbohydrate metabolism provides these yeasts selective advantages in
sugar-rich environments. However, it has long been a mystery as to genetically how
these yeasts evolved a predominantly fermentative lifestyle. The rapid accumulation
of genomic, transcriptomic, and epigenetic data in many yeast species in recent years
has greatly increased our understanding of the genetic basis and molecular mech-
anism for the diversified sugar metabolisms among yeasts. In this chapter, we
provide a review of recent comparative genomics and evolutionary studies related to
the metabolisms of glucose and galactose, whose metabolic pathways have been
extensively studied in yeasts. A series of studies suggested that the evolution of
aerobic fermentation involved many different factors, including increases in copy
numbers of genes involved in glucose transport, glycolysis and ethanol production;
sequence divergence; and transcriptional reprogramming of genes involved in
mitochondrial functions through changes of cis-regulatory elements and promoter
structures. It has also been found that the different abilities among yeasts to use
galactose is strongly correlated with the presence of the galactose pathway genes in
their genomes. These studies revealed that the adaptation of yeasts to specific niches
has greatly shaped the genomic content and the regulatory program.
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5.1 Introduction

Although yeasts are single cell organisms, they have evolved highly diversified
physiological characters, especially in carbohydrate metabolism (Barnett et al.
2000). The monosaccharide glucose is the basic carbohydrate unit of cellular
metabolism and is the most important carbohydrate source of cellular energy. In
the presence of oxygen, most eukaryotic species fully degrade glucose into CO2

and H2O through the respiration pathway for the maximum energy yield. How-
ever, many yeast species, including Saccharomyces cerevisiae and its close rela-
tives, have evolved a remarkable ability to predominantly ferment sugars even
under aerobic conditions to produce ethanol. This characteristic is called aerobic
fermentation or Crabtree effect (De Deken 1966). These fermentative yeasts are
able to tolerate a high concentration of extracellular ethanol and to utilize ethanol
as the carbon source after depletion of sugars. This fermentative lifestyle was
termed the ‘‘make–accumulate–consume’’ strategy, which in natural habitats
enables Saccharomyces yeasts to outcompete other microorganisms (Piskur et al.
2006). How S. cerevisiae evolved to be a good fermenter has become a subject of
intense research in the last decade.

Thanks to the availability of genomic sequences in many yeast species and the
abundant high-throughput transcriptomic and epigenetic data, recent studies have
greatly advanced our knowledge about the yeast carbon metabolism. As one of the
most intensely studied eukaryotic model organisms, S. cerevisiae is the first
eukaryotic species to have a completely sequenced genome (Goffeau et al. 1996).
The second completely sequenced yeast genome came 6 years later from the
fission yeast Schizosaccharomyces pombe, which diverged from S. cerevisiae
probably more than 300 million years ago (Wood et al. 2002). With advances in
sequencing technology, the number of completely sequenced genomes has been
increasing rapidly. To date, the complete genomes of at least 50 different yeast
species have been registered at Genbank. In addition, the genomes of 33 different
wild and domestic strains of S. cerevisiae have also been sequenced (Engel and
Cherry 2013). Compared to other eukaryotes, yeasts have streamlined genomes
ranging from 9 to 20 megabases in haploid, containing 4,700–6,500 protein-coding
genes (Dujon 2010). In addition to the genomic data, the first eukaryotic genome-
wide gene expression data was completed in S. cerevisiae by microarray tech-
nology in 1997 (DeRisi et al. 1997). Since then, large amounts of transcriptomic
data have been generated in many yeast species by micro-array, tiling-array, and
next-generation sequencing technologies (Ferea et al. 1999; Ihmels et al. 2002;
Yuan et al. 2005; Miura et al. 2006; Field et al. 2008; Tsankov et al. 2010).
Furthermore, genome-wide epigenetic data and protein-protein interaction data
have also been accumulated in several yeast species (Ferea et al. 1999; Ihmels
et al. 2002; Yuan et al. 2005; Miura et al. 2006; Field et al. 2008, Tsankov et al.
2010). These various types of data and the availability of powerful bioinformatics
tools for data analyses paved the way for comparative genomic and transcriptomic
studies and for elucidating the genetic basis underlying the evolution of phenotypic
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traits. Many comparative genomics and evolutionary genetics studies relevant to
yeast carbohydrate metabolism focused on the glucose and galactose pathways.
This chapter will provide a brief overview of recent advances in our understanding
of the genetic basis of yeast glucose and galactose metabolisms.

5.2 Copy Number Variation and Sequence Divergence
of Genes Involved in Glucose Metabolism

5.2.1 Copy Number Variation of Hexose Transporter Genes

Glucose does not freely permeate cellular membranes, so the first step in glucose
metabolism is to transport glucose across cellular membranes, which requires the
aid of transporters (Fig. 5.1). In S. cerevisiae, glucose uptake is carried out by a
large group of hexose transporters (Hxts) (Boles and Hollenberg 1997; Ozcan and
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Fig. 5.1 Schematic illustration of major carbohydrate metabolic pathways in S. cerevisiae:
glycolysis, alcohol fermentation, the TCA cycle, and the galactose Leloir pathway. Enzymes
catalyzing each reaction are denoted by gene names in hexagons. Hexagons shaded in gray
indicate paralogous enzymes derived from the whole genome duplication
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Johnston 1999). The hexose transporters belong to a superfamily of monosac-
charide facilitators that are highly conserved in eukaryotes (Reifenberger et al.
1995). Twenty HXT genes have been identified in S. cerevisiae: HXT1–HXT17
encode 17 glucose transporters, GAL2 encodes a galactose transporter, and SNF3
and RGT2 encode two glucose sensors (Boles and Hollenberg 1997).

Phylogenetic analyses of the HXT genes from 23 completely sequenced fungal
genomes revealed that the 20 S. cerevisiae HXT genes were separated into two
groups prior to the divergence of major fungal groups (Lin and Li 2011b).
According to functional characterizations of these HXT genes in S. cerevisiae, the
two groups play distinct roles in glucose metabolism. One group comprises
S. cerevisiae SNF3 and RGT2, which encode sensors that recognize the concen-
tration of extracellular glucose for the induction of HXT expression (Boles and
Hollenberg 1997; Ozcan and Johnston 1999); this group is called the Sensor sub-
family (Lin and Li 2011b). All of the yeast species examined, except for the fission
yeast Sch. pombe, have 1–4 Sensor genes and most species contain two copies
(Table 5.1), suggesting that the number of Sensor genes remain largely constant
during the evolution of yeast species. S. cerevisiae SNF3 and RGT2 appear to be
derived from the whole genome duplication (WGD) event that occurred about
100 million years ago (mya) (Wolfe and Shields 1997; Kellis et al. 2004; Lin and Li
2011b). The Sensor gene is absent from the genome of Sch. pombe, probably
because Sch. pombe primarily detects glucose via a cAMP-signaling pathway
(Hoffman 2005).

The remaining 18 S. cerevisiae HXT genes (HXT1–17 and GAL2) form the
other HXT group. Because the products of these genes are directly involved in
transporting glucose or galactose across cellular membrane, this group was named
the Transporter subfamily (Lin and Li 2011b). In contrast to the Sensor group, the
number of Transporter genes varies substantially among yeast species (Table 5.1).
Evolutionary analyses showed that the Transporter genes originated from a single
gene in the common ancestor of hemiascomycete (Saccharomycotina) yeasts. The
copy number of Transporter genes has continually increased during the evolution
of the S. cerevisiae lineage, starting from a single copy in Yarrowia lipolytica,
which is most distantly related to S. cerevisiae in hemiascomycetes, to 2–8 copies
in Kluyveromyces lactis and Lachancea kluyveri (Saccharomyces kluyveri), and to
18–19 copies in the Saccharomyces sensu stricto species (including S. cerevisiae,
S. paradoxus and S. bayanus) (Table 5.1). All post-WGD species examined con-
tained at least 10 Transporter genes except for Vanderwaltozyma polyspora
(Kluyveromyces polysporus), a species most distantly related to S. cerevisiae
among the post-WGD yeasts (Kurtzman and Robnett 2003), which contains only 5
Transporter genes.

Some studies proposed that the WGD event was a major source for the expan-
sion of Transporter genes. As the first study that proposed WGD in the ancestor of
S. cerevisiae, Wolfe and Shields noticed that sugar transporters are among the few
gene families that are enriched with WGD gene pairs (Wolfe and Shields 1997).
After examining the hexose transporter genes in 7 hemiascomycete yeasts, Conant
and Wolfe (2007) found that all of the post-WGD species have at least twice as

100 Z. Lin and W.-H. Li

Co
py
ri
gh
t 
©
 2
01
4.
 S
pr
in
ge
r.
 A
ll
 r
ig
ht
s 
re
se
rv
ed
. 
Ma
y 
no
t 
be
 r
ep
ro
du
ce
d 
in
 a
ny
 f
or
m 
wi
th
ou
t 
pe
rm
is
si
on
 f
ro
m 
th
e 
pu
bl
is
he
r,
 e
xc
ep
t 
fa
ir
 u
se
s 
pe
rm
it
te
d 
un
de
r 
U.
S.
 o
r 
ap
pl
ic
ab
le

co
py
ri
gh
t 
la
w.

EBSCO Publishing : eBook Collection (EBSCOhost) - printed on 9/4/2015 3:21 PM via ST LOUIS UNIV
AN: 776043 ; Compagno, Concetta, Piskur, Jure.; Molecular Mechanisms in Yeast Carbon Metabolism
Account: s8997389



many hexose transporter genes as the three pre-WGD species, indicating the impact
of WGD. However, based on phylogenetic analysis and gene syntenic structures
from 23 species, Lin and Li showed that only two pairs of Transporters genes were
produced by WGD and most duplicate pairs had become lost immediately after the
WGD (Lin and Li 2011b). Most of the Transporters genes present in the extant
S. cerevisiae genome were generated by tandem duplication or can be attributed to
the dynamic pattern of telomeric regions where 8 Transporter genes are located
(Lin and Li 2011b). The Transporter genes were also expanded from a single copy
to eight copies (GTH1-GTH8) in the Sch. pombe lineage. Similar to S. cerevisiae,
Sch. pombe is capable of aerobic fermentation in the presence of excess sugars
(Alexander and Jeffries 1990). However, Sch. pombe did not experience a WGD,
suggesting that other mechanisms rather than WGD led to its increase in the number
of Transporter genes. Four of the eight Transporter gene in Sch. pombe are tan-
demly arrayed on chromosome III, indicating that they were produced by a series of
tandem duplication events (Lin and Li 2011b).

Table 5.1 Copy number variations of the Sensor and Transporter subfamily genes in the HXT
gene family

Phylum/Class Species Sensors Transporters

Hemiascomycetes Saccharomyces cerevisiae* 2 18
Saccharomyces paradoxus* 2 19
Saccharomyces mikatae* 2 19
Saccharomyces bayanus* 2 18
Naumovozyma castellii* 2 16
Candida glabrata* 2 10
Vanderwaltozyma polyspora� 1 5
Zygosaccharomyces rouxii� 1 4
Lachancea thermotolerans� 4 5
Lachancea kluyveri� 2 7
Lachancea waltii� 2 8
Kluyveromyces lactis 1 2
Eremothecium gossypii 1 4
Candida albicans 2 4
Debaryomyces hansenii 2 3
Scheffersomyces stipitis 2 4
Yarrowia lipolytica 2 1

Dothideomycetes Phaeosphaeria nodorum 1 3
Sordariomycetes Gibberella zeae 1 3

Magnaporthe grisea 2 1
Schizosaccharomycetes Schizosaccharomyces pombe* 0 8
Eurotiomycetes Aspergillus fumigatus 3 3
Basidiomycota Ustilago maydis 2 1

Species name underlined are post-WGD yeasts. The data of gene copy number were retrieved
from (Lin and Li 2011b)
* Crabtree-positive species
� Medium Crabtree effect species (van der Sluis et al. 2000; Moller et al. 2002; Christen and
Sauer 2011; Hagman et al. 2013)
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Past studies have suggested that glucose uptake is the major rate-limiting step in
glycolysis and largely controls glucose metabolism activities (Gancedo and
Serrano 1989; Diderich et al. 1999; Ye et al. 1999; Pritchard and Kell 2002; Elbing
et al. 2004; Otterstedt et al. 2004; Conant and Wolfe 2007). Otterstedt et al. found
that an S. cerevisiae strain with very limited capacity to transport hexoses switched
to respiration in the presence of oxygen (Otterstedt et al. 2004). Replacing the
S. cerevisiae HXT1–17 genes by a chimera HXT gene decreased its ethanol pro-
duction or even caused a switch to fully respiratory metabolism due to reduced
glucose consumption rates (Elbing et al. 2004; Otterstedt et al. 2004). Moreover,
when yeast cells were grown under glucose limitation, spontaneous duplication of
hexose transporters was observed (Brown et al. 1998). The significant expansion of
Transporter genes had independently occurred in both Saccharomyces and
Schizosaccharomyces lineages, which in parallel evolved aerobic fermentation
(Lin and Li 2011b). Furthermore, there is a significant positive correlation between
the number of Transporter genes and efficiency to produce ethanol from glucose
(Lin and Li 2011b). In cells that are operating near their maximal glucose uptake
rates, an increase in Transporter genes confers a selective advantage in glucose-
rich environments to support higher growth rates (Brown et al. 1998). These lines
of evidence support the view that the expansion of Transporter genes had facili-
tated the evolution of aerobic fermentation in the two different lineages.

5.2.2 Copy Number Variation of Genes Involved
in Glycolysis

A glucose molecule is converted into two molecules of pyruvate through a series
of reactions in glycolysis, which is believed to be among the oldest biochemical
pathways and is highly conserved in prokaryotes and eukaryotes. Several studies
have shown that the occurrence of WGD in the hemiascomycete lineage has had
profound impacts on the enzyme dosages involved in glycolysis. Soon after the
WGD, there was a period of rapid losses of duplicate genes (Scannell et al. 2006).
Most duplicate genes produced by the WGD have been lost in the post-WGD
species, and less than 10 % of WGD gene pairs have remained in the genome of S.
cerevisiae (Wolfe and Shields 1997; Kellis et al. 2004; Thomson et al. 2005;
Conant and Wolfe 2007). Conant and Wolfe (2007) found that there are six WGD
duplicate pairs of genes that have been maintained in the five out of the ten
reactions of glycolysis in S. cerevisiae (Fig. 5.1). The retained WGD pairs are not
the same among post-WGD species. In general, each post-WGD species has
preserved 5–6 WGD pairs, but only one duplicate pair (GLK1 and EMI2) is
retained in all pot-WGD species examined (Table 5.2). As only 551 WGD
duplicate pairs were preserved in S. cerevisiae, it is unlikely that the glycolysis
genes were preserved in duplicates at the same frequency as the remainder of the
genome (Conant and Wolfe 2007).
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The significant higher survival rate of WGD pairs in glycolysis than other
pathways might have increased the relative levels of glycolytic enzymes. Papp
et al. proposed that the retention of gene duplicates is better explained by selection
for high enzymatic flux (Papp et al. 2004). A simulation of the effect of increased
concentration of enzymes on glycolytic flux revealed that, when the concentration
of glycolytic enzyme increases from 65 to 100 %, the end product of glycolysis
pyruvate is increased by 17 % (Conant and Wolfe 2007). This observation is
consistent with several studies proposing that the WGD event enhanced S. cere-
visiae’s ability to metabolize glucose (Wolfe and Shields 1997; Wolfe 2004; Liti
and Louis 2005). Pyruvate is the branching point between respiration and fer-
mentation (Fig. 5.1). Pyruvate decarboxylase (Pdc) and pyruvate dehydrogenase
(Pdh) compete for pyruvate, and the destiny of pyruvate depends on the conse-
quence of substrate competition. Due to the different inherent kinetics between the
two enzyme complexes, increasing the pyruvate concentration increases relative
flux through Pdc and thus the fermentation pathway (Conant and Wolfe 2007).
Therefore, more pyruvate molecules are directed to the fermentation pathway in
post-WGD species as a result of increased glycolytic flux. Another reason for
increased pyruvate rerouting to the fermentation pathway is probably the limited
availability of mitochondria. Unlike fermentation which occurs in the cytosol,
respiration takes place in mitochondria. The increased glycolytic flux might
exceed the capacity of mitochondria due to the limitation in the number and size of
mitochondria (Pronk et al. 1996). Indeed, it appears that during aerobic respiration,
yeast mitochondria are larger and closer to the cell membrane than during
anaerobic growth, possibly because this location is more efficient for oxygen
uptake (Hoffmann and Avers 1973; Jensen et al. 2000). The WGD did not increase
the number of mitochondria or make mitochondria larger, so the increased gly-
colytic flux might have exceeded the respiratory capacity of mitochondria. Fur-
thermore, unlike the high retention rate of WGD pairs in glycolysis pathway genes,
the WGD pairs were preserved in only two out of nine reactions in the TCA cycle
in S. cerevisiae (Conant and Wolfe 2007).

A survey of over 40 yeast species both with and without the WGD indicates that
the presence of the Crabtree effect is strongly associated with yeasts with the WGD
(Merico et al. 2007). Another study also found a general, though weak, trend for
higher rates of ethanol production in post-WGD yeasts than in pre-WGD yeasts
(Blank et al. 2005). These studies suggested that the WGD event played a sig-
nificant role in the adaptation of S. cerevisiae toward aerobic fermentation (Wolfe
and Shields 1997; Kellis et al. 2004; Thomson et al. 2005; Conant and Wolfe
2007). However, not all aerobic fermentative species have experienced WGD. For
example, Dekkera bruxellensis, which is a pre-WGD species separated from the
Saccharomyces lineage more than 200 mya, also efficiently makes, accumulates
and consumes ethanol (Rozpedowska et al. 2011). In addition, the fission yeast
Sch. pombe, which also predominantly assimilates glucose through the fermen-
tation pathway, diverged from the hemiascomycete lineage about 300 mya and has
not experienced WGD (Wood et al. 2002). Based on the analysis of the Crabtree
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effect for over 40 species in 12 genera of hemiascomycete yeasts, Hagman et al.
found that many pre-WGD species demonstrate an intermediate level of Crabtree
effect (Hagman et al. 2013). They argued that the evolution of Crabtree effect is
gradual process or at least a two-step ‘‘invention’’. The progressive evolution of
aerobic fermentation coincides with gradual duplication of hexose transporter
genes (Lin and Li 2011b). The WGD event and regulatory rewiring of respiration-
related genes, which occurred at different time points, have further strengthened
the Crabtree effect in the lineages of S. cerevisiae (Hagman et al. 2013). Therefore,
WGD might have facilitated the evolution of aerobic fermentation, but apparently
it is not a prerequisite factor.

5.2.3 Copy Number Variation of Genes Involved
in Fermentation

In aerobic fermentative species, most pyruvate molecules remain in cytosol and are
converted into acetaldehyde by pyruvate decarboxylase (Pdc). The S. cerevisiae
genome contains three copies of the Pdc encoding gene (PDC1, PDC5 and PDC6),
though PDC1 encodes the major enzyme in this reaction and is highly expressed in
rich medium. The evolutionary history of PDC genes in hemiascomycetes suggests
that the three PDC genes were generated by two consecutive duplication events in
the common ancestor of the sensu stricto species (Fig. 5.2a). After duplications,
loss of PDC genes have been detected in some sensu stricto species. For example,
only PDC1 is present in the genome of S. mikatae (Fig. 5.2a), and loss of PDC6
genes was observed in S. kudriavzevii (Scannell et al. 2011). However, comparing
with other sensu stricto species, no significant difference in ability of ethanol
production was detected in S. mikatae (Hagman et al. 2013). In general, 2–3 copies
of PDC genes are present in most aerobic fermentative species. The number of PDC
genes in the respiratory species varies from 1 to 4 copies. For example, only a single
PDC gene is found in K. lactis (Bianchi et al. 1996), while three copies are found in
Debaryomyces hansenii (Fig. 5.2a). Therefore, there is no significant increase in
the number of PDC genes in fermentative species, in agreement with a previous
finding that the number of PDC genes is not correlated with the intensity of alco-
holic fermentation (Moller et al. 2004).

The second and the last step of reaction in the fermentation pathway is con-
verting acetaldehyde into ethanol and recycling the NADH generated during
glycolysis (Fig. 5.1). In most species, this reaction is catalyzed by alcohol dehy-
drogenase (Adh). In S. cerevisiae, there are five genes that encode Adh, ADH1–
ADH5. Adh1p is the major enzyme responsible for converting acetaldehyde into
ethanol, while Adh2p catalyzes the reverse reaction to consume ethanol (Leskovac
et al. 2002). ADH1 and ADH2 were derived from a duplication event prior to the
divergence of sensu stricto yeast species (Thomson et al. 2005). Thomson et al.
(2005) have reconstructed the last common ancestor of Adh1p and Adh2p, which is
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called AdhA. The AdhA protein has a high Michaelis constant KM for ethanol,
which is similar to Adh1p, suggesting that AdhA was optimized to make ethanol
(Thomson et al. 2005). Therefore, Adh1p maintains the ancestral function for
making ethanol, while Adh2p has evolved a much lower KM for ethanol, which is
optimized for consuming ethanol. Because many microorganisms cannot grow in a
high concentration of ethanol, accumulating ethanol may help yeasts to outcom-
pete their competitors for fruit resources (Piskur et al. 2006). Thus, the birth of
ADH2 might have enabled yeasts to tolerate a higher concentration of ethanol
produced from fermentation by efficiently consuming ethanol after depletion of
sugars (Thomson et al. 2005). By including more hemiascomycete species, we
show here (Fig. 5.2b) that the gene duplication event that produced ADH1 and
ADH2 occurred after the split between the common ancestor of sensu stricto yeast
species and other post-WGD yeasts including Candida glabrata and N. castelli.
Because C. glabrata and N. castelli are both Crabtree-positive species (Merico
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Fig. 5.2 The evolutionary history and copy number variations of the PDC and ADH gene
families in hemiascomycete yeasts. a Phylogenetic tree of the PDC gene family. b Phylogenetic
tree of the ADH gene family. The three PDC genes (PDC1, PDC5 and PDC6) and the three ADH
genes (ADH1, ADH2 and ADH5) in S. cerevisiae were produced by two consecutive duplications
prior to divergence of the Senso stricto group. The S. cerevisiae ADH4 is a distant relative to the
other four ADH genes and was not included in the tree. Both phylogenetic trees were constructed
using the Neighbor-Joining (NJ) method with 1,000 bootstrap replicates. The evolutionary
distances were computed using the JTT matrix-based method. Species names are abbreviated as
follows: Scer: Saccharomyces cerevisiae; Spar: S. paradoxous; Smik: S. mikatae; Sbay: S.
bayanus; CAGL: Candida glabrata; Scas: S. castellii (Naumovozyma castellii); KLLA:
Kluyveromyces lactis; SAKL: S. kluyveri (Lachancea kluyveri); Kwal: K. waltii (Lachancea
waltii); Cal: C. albicans; DEHA: Debaryomyces hansenii; YALI: Yarrowia lipolytica
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et al. 2007), it means that ADH2 is not necessary for the Crabtree effect, suggesting
that the birth of ADH2 might have increased ethanol tolerance, but it was probably
not essential for aerobic fermentation.

5.2.4 Elevated Evolutionary Rates and Biased Codon Usage
of Respiration-Related Genes

In view of the fact that post-WGD yeasts predominantly assimilate glucose
through the fermentation pathway, the role of mitochondria in generating energy
for cellular growth appears to be weakened (Merico et al. 2007). Kellis et al.
(2004) noticed that some WGD gene pairs have accelerated evolutionary rate at
nucleotide level, but not at amino acid level. For example, the pyruvate kinase
genes CDC19 and PYK2 were produced by WGD, and PYK2 shows a three-fold
acceleration in substitution rate at degenerate third-codon positions (Kellis et al.
2004). Jiang et al. (2008) calculated the rate of non-synonymous substitution (dN)
for 2,603 one-to-one orthologous genes, including 296 nuclear genes for mito-
chondrial proteins, among six post-WGD yeast species and three closely related
pre-WGD yeast species. They found that the rates of sequence divergence of
mitochondrial genes are very similar within the post-WGD species and within the
pre-WGD species. However, the average evolutionary distance for mitochondrial
genes for the post-WGD species pairs is about 13 % higher than that for the pre-
WGD species pairs (Jiang et al. 2008), supporting the view that genes involved in
mitochondrial functions have experienced relaxation of functional constraints in
post-WGD yeasts.

It was postulated that to ensure efficient and accurate translation, highly
expressed genes tend to have strong codon usage bias (Ikemura 1981, 1982). The
codon usage bias can be reduced if the gene product undergoes a reduction in
functional constraint (Akashi 1997; Gu et al. 2005). Therefore, if mitochondrial
energy production became less important to the post-WGD species, a decreased
codon usage bias is expected for the mitochondrial genes of these species. The
codon usage bias for six genes encoding the electron transport chain cytochrome-c
(CYC) from five yeasts was found to be stronger in aerobic respiration species than
in fermentative species (Freire-Picos et al. 1994). The difference in codon usage of
CYC genes was correlated with their difference in mRNA level between the two
types of yeasts (Freire-Picos et al. 1994). Jiang et al. also found that mitochondrial
genes displayed significantly stronger codon usage bias than non-mitochondrial
genes in all three studied pre-WGD species. In contrast, there was no significant
difference in codon usage bias between mitochondrial and non-mitochondrial
genes for all the studied post-WGD species (except for V. polyspora). Therefore,
the accelerated evolution of mitochondrial function genes in post-WGD yeasts at
the nucleotide level appears to reflect a relaxation in selection on the codon usage.
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5.3 Comparative Studies of Gene Regulation
in Carbohydrate Metabolism

5.3.1 Differential Expression of Genes Involved
in Carbohydrate Metabolism Among Yeasts

The major difference between the two glucose metabolism styles depends on how
pyruvate is degraded. In respiratory yeasts, most pyruvate enters mitochondria and
is completely degraded to CO2 and H2O under aerobic conditions, while in fer-
mentative species, most pyruvate remains in the cytosol and is converted into
ethanol and CO2. Because the respiration-related genes have been retained in
both respiratory and fermentative species, it means that the evolution of aerobic
fermentation required modifications of the regulation of respiration-related genes.
Differential expression of genes involved in glucose metabolism between fer-
mentative and respiratory species has been observed in several studies of indi-
vidual genes. The respiration-related genes, such as CYC1, QCR7, and QCR8, are
highly expressed in the presence of oxygen in the Crabtree-negative species
K. lactis (Freire-Picos et al. 1995; Mulder et al. 1995). In contrast, although the
expression of glycolysis and fermentation-related genes is induced in S. cerevisiae
under growth on glucose, the expression of respiration-related genes is repressed
(Holland and Holland 1978; Schmitt et al. 1983; Forsburg and Guarente 1989;
DeRisi et al. 1997; Carlson 1999).

The global modification of regulatory control of respiration-related genes has
been confirmed by recent studies based on large sets of genome-wide gene
expression data from yeasts. Significant expression differences in genes related to
carbohydrate metabolism and respiratory functions have been detected by heter-
ologous DNA arrays between S. cerevisiae and K. lactis growing in a sugar-rich
medium (Becerra et al. 2004). Ihmels et al. (2005) compared datasets of 1,000 and
198 published genome-wide expression profiles between S. cerevisiae and the
human pathogen Candida albicans (Ihmels et al. 2002). C. albicans, which
diverged from the S. cerevisiae lineage approximately 100–300 million years ago,
is predominantly Crabtree negative. Because the large number of cytosolic ribo-
somal proteins (CRP) genes are coherently expressed under different conditions
and show a strong correlation with cell growth (Mager and Planta 1991; Gasch
et al. 2000), they can be used as a good proxy to evaluate the expression profiles
for different sets of genes. Ihmels et al. found that genes coding for mitochondrial
ribosomal proteins (MRP) and CRP display a strongly correlated expression pat-
tern in C. albicans, but this correlation is lost in the fermentative yeast S. cere-
visiae (Ihmels et al. 2005). Instead, the expression of the 72 MRP genes in
S. cerevisiae exhibits a distinct correlation with that of genes induced in response
to environmental stress conditions. Because the Crabtree positive yeasts evolved
from respiratory yeasts, the authors concluded that the regulation of MRP genes in
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S. cerevisiae has been rewired during the evolution of aerobic fermentation
(Ihmels et al. 2005).

Field et al. (2009) reanalyzed the same sets of gene expression data using the
Gene Ontology (GO) groups as units and calculated their expression correlation
with CRP genes in both S. cerevisiae and C. albicans (Field et al. 2009). Based on
the gene expression correlation with CRP genes, the authors identified 13 GO
groups of genes (called ‘‘category III’’ genes) that are differentially expressed
between the two species. The ‘‘category III’’ set includes 157 and 146 genes in
S. cerevisiae and C. albicans, respectively. The S. cerevisiae ‘‘category III’’ genes
include 34 MRP genes as well as genes related to cellular respiration and mito-
chondrial functions, such as the TCA cycle and oxidative phosphorylation. Similar
to the MRPgenes, a high expression correlation between ‘‘category III’’ genes and
CRP genes was observed in C. albicans but not in S. cerevisiae (Field et al. 2009).
Therefore, in addition to the MRP genes, the transcriptional regulation of other
respiration-related genes has also been reprogrammed during the evolution of
S. cerevisiae (Fig. 5.3).

A recent study measured the genome-wide gene expression levels growing
under the same rich medium in 12 completely sequenced yeasts using tiling arrays
(Tsankov et al. 2010). The 12 yeasts include six aerobic fermentative species and
six respiratory species, offering an ideal opportunity to identify the genes that have
highest significant expression differences between the two types of yeasts. Using

MRP genes

Respiration module genes

AATTTT

CACGTGA

MRP genes

Respiratory yeasts Fermentative yeasts

Active gene expression

Respiration

Less active gene expression

Switch to fermentation

Respiration module genes

Fig. 5.3 A schematic illustration of the genetic basis underlying the regulatory rewiring of
respiration-related genes in fermentative yeasts. In respiratory yeasts, the expression of MRP
genes is activated by a transcription factor through binding to the AATTTT motif. The
Respiration module genes, such as CYC1, ATP4, QCR7, and QCR and QCR8, are activated by
Cbf1p through its binding to the CACGTGA motif. Both groups of genes appear to have
nucleosome-depleted type of promoters. The AATTTT and Cbf1 motifs have been lost and the
promoter became nucleosome-occupied in the fermentative species. As a consequence of the
changes in promoter chromatin structure and cis-regulatory elements, the respiration-related
genes are not actively expressed, so that most pyruvate is directed to the fermentation pathway in
the Crabtree-positive species
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the 82 transcriptional modules (Ihmels et al. 2002) as units, Lin et al. (2013)
compared the difference in gene expression level for each module between the two
types of yeasts. They found that the modules that include the MRP genes showed
only the sixth largest expression difference among the 82 modules based on the
two-sample Kolmogorov-Smirnov test. In contrast, a module (Module 5) that
includes genes involved in mitochondrial energy generation and phosphorylation
oxidation has the largest expression difference between the two types of species.
For convenience, Module 5 is thereafter called the Respiration module. S. cere-
visiae respiration module includes 49 genes, 23 of which overlap with the ‘‘cat-
egory III’’ genes identified by Field et al. (2009). Thus, the genes associated with
mitochondrial energy production, instead of MRP genes, have experienced the
most significant changes in gene expression levels during the evolution of aerobic
fermentation (Lin et al. 2013).

The fission yeast Sch. pombe independently evolved the Crabtree effect. So, it
was interesting to see if gene expression reprogramming had also occurred during
the evolution of Sch. pombe. Lin and Li (2011a) conducted pairwise comparisons
for the *1,000 sets of genome-wide gene expression profiles in Sch. pombe, and
gene expression data in S. cerevisiae and C. albicans. They found that the two
fermentative species S. cerevisiae and Sch. pombe are more similar to each other
on the genome-wide gene expression patterns than to the respiratory yeast
C. albicans, although S. cerevisiae is evolutionarily closer to C. albicans. Lin and
Li identified a group of genes that are differentially expressed between Sch. pombe
and C. albicans and most of them are involved in mitochondrial respiration pro-
cess. In summary, similar to what happened in the S. cerevisiae lineage, the
evolution of aerobic fermentation in the Sch. pombe lineage was also associated
with regulatory rewiring of genes involved in the mitochondrial respiration process
(Lin and Li 2011a).

5.3.2 Genetic Basis for Gene Expression Reprogramming

Although there are some discrepancies about what genes have experienced regulation
reprogramming among studies (Ihmels et al. 2005; Field et al. 2009; Lin et al. 2013),
there is a general agreement that all these genes are involved in respiration-related
processes. However, with respect to the genetic basis underlying these gene
expression divergences, these studies have reached different conclusions. Ihmels
et al. found a sequence motif ‘‘AATTTT’’ significantly overrepresented in the pro-
moters of the MRP genes in C. albicans, but not in their orthologous genes in
S. cerevisiae (Ihmels et al. 2005). The AATTTT motif was proposed to be involved in
the regulation of rRNA processing genes in S. cerevisiae, but the protein binding to
this motif remains to be identified (Tavazoie and Church 1998). Therefore, Ihmels
et al. concluded that the loss of the AATTTT sequence was associated with global
regulatory reprogramming of MRP genes in the S. cerevisiae lineage, and contributed
to its evolution of aerobic fermentation (Ihmels et al. 2005). The loss of AATTTT
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motif was also observed in other species that independently evolved aerobic fer-
mentative ability. As mentioned above, aerobic fermentation evolved independently
in the pre-WGD hemiascomycete yeast D. bruxellensis (Rozpedowska et al. 2011).
Similar to what was observed in S. cerevisiae, the AATTTT motif did not exhibit any
positional conservation in the promoters of the MRP genes in D. bruxellensis
(Rozpedowska et al. 2011). The authors suggested that the AATTTT element
underwent independent massive losses in the promoter of MRP genes in both
S. cerevisiae and D. bruxellensis (Rozpedowska et al. 2011).

It is worth noting that only intermediate numbers of the AATTTT motif in the
promoters of MRP genes were observed in the post-WGD yeast V. polyspora
(Fekete et al. 2007; Chen et al. 2008; Jiang et al. 2008). Moreover, there are
several other genetic and physiological characteristics in V. polyspora that are
more similar to aerobic respiratory yeasts than to the rest of post-WGD yeasts. For
example, only five hexose transporter genes are present in V. polyspora, compared
to 10–19 copies in other post-WGD species (Lin and Li 2011b). V. polyspora also
shows a different pattern of mitochondrial gene codon usage bias from the other
post-WGD species (Fekete et al. 2007; Chen et al. 2008; Jiang et al. 2008). In
addition, other post-WGD species are petite positive, the ability to tolerate the loss
of mtDNA, whereas V. polyspora is petite negative (Fekete et al. 2007; Chen et al.
2008; Jiang et al. 2008). V. polyspora was thus speculated as an intermediate
fermentative species that cannot carry out efficient aerobic fermentation (Fekete
et al. 2007; Chen et al. 2008; Jiang et al. 2008). Surprisingly, a recent study
revealed that V. polyspora actually has high fermentation efficiency (Hagman et al.
2013). Hagman et al. suggested that the evolution of aerobic fermentation is a
progressive process which involves multiple genetic modifications that gradually
remodel the yeast carbon metabolism. It is likely that V. polyspora represents an
intermediate lineage where some traits are still in transition.

On the other hand, Lin et al. (2013) found that in respiratory yeasts, a motif
with the core consensus sequence CACGTGA is prevalent in the promoters of
Respiration module genes, but present at a much lower frequency in the promoters
of their orthologous genes in the aerobic fermentation species (Fig. 5.3). This
motif matches that of Cbf1p binding sites in S. cerevisiae; Cbf1p is a transcription
factor that regulates chromatin modification (Cai and Davis 1990). The homolog
of S. cerevisiae CBF1 has been characterized in K. lactis and the Cbf1p proteins
from the two species are functionally interchangeable (Mulder et al. 1994).
However, despite the functional conservation of CBF1, unlike in S. cerevisiae,
inactivation of the CBF1 gene in K. lactis is not viable, indicating that the normal
function of CBF1 is essential for K. lactis (Mulder et al. 1994). Lin et al. (2013)
suggested that Cbf1p is a general activator for the respiration-related genes in
respiratory yeasts and the massive losses of the Cbf1 motif in fermentative species
have led to the reduced expression of respiration-related genes.

In addition to changes in cis-regulatory elements, it was suggested that the
distinct nucleosome organizations in the promoters of respiration-related genes
between the aerobic respiration and the fermentation yeasts are partly responsible
for their expression divergences (Field et al. 2009; Tsankov et al. 2010). In
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eukaryotes, DNA is repetitively wrapped around nucleosomes. The presence of
nucleosome may hinder the direct interaction between a transcription factor and its
binding sites and may, therefore, obstruct the transcriptional initiation of a gene. In
S. cerevisiae, the binding sites of transcription factors are highly enriched in the
nucleosome depleted region of promoters (Lin et al. 2010). Several studies have
found that genes with different expression profiles are associated with distinct
nucleosome occupancy patterns in the promoter regions (Tirosh and Barkai 2008;
Jiang and Pugh 2009). The promoters of constantly expressed genes usually
contain a nucleosome-depleted region where most transcription factor-binding
sites are located (Yuan et al. 2005; Lee et al. 2007). In contrast, conditionally
expressed genes, such as stress-response genes, are associated with nucleosome-
occupied promoters (Tirosh and Barkai 2008). Field et al. (2009) compared the
promoter nucleosome occupancy patterns among 12 hemiascomycete yeasts and
found that the promoters of respiration-related genes tend to be more depleted of
nucleosomes in respiratory yeasts than that in aerobic fermentative species. They
concluded that in aerobic fermentation yeasts, respiration-related gene promoters
have evolved from the nucleosome-depleted type to the nucleosome-occupied type
and that this change has contributed to regulatory reprogramming of respiration-
related genes and the evolution of aerobic fermentation in the hemiascomycete
lineage (Field et al. 2009).

However, it is not clear whether the nucleosome reorganization was the leading
or a minor cause for the evolution of aerobic fermentation (Tirosh et al. 2010).
Comparative studies of nucleosome occupancy between S. cerevisiae and its close
relative S. paradoxus showed that genes that are associated with diverged nucle-
osome positions are not more likely to diverge in expression and genes that are
differentially expressed are not more likely to diverge in nucleosome positioning
(Tirosh et al. 2010). Consistent with Tiroshi et al.’s observation, Lin and Li
(2011a) found that changes in nucleosome organization were not coupled with the
expression reprogramming of respiration-related genes in Sch. pombe. Specifi-
cally, although the expression regulation of the respiration-related genes in Sch.
pombe has been reprogrammed during the evolution of aerobic fermentation, their
promoter nucleosome organization remains depleted as in aerobic respiration
species (Lin and Li 2011a).

In addition, a recent study suggested that changes in the length of the 50

untranslated region (50UTR) were linked to the gene expression divergence of
respiration-related genes in S. cerevisiae (Lin and Li 2012). The length of 50UTR
varies considerably among the genes in a genome, ranging from a few base pairs to
several thousand base pairs (Pesole et al. 2001; Mignone et al. 2002; Nagalakshmi
et al. 2008). It has been noticed that genes with different functions show distinct
50UTR lengths in vertebrates and yeasts (Kozak 1987; Hurowitz and Brown 2003;
David et al. 2006; Nagalakshmi et al. 2008; Bruno et al. 2010). In general, genes
with a long 50UTR, such as those involved in development or meiosis, are gen-
erally highly and finely regulated, whereas genes with a reduced need for regu-
lation, such as housekeeping genes and the ribosomal subunit genes, usually have
shorter 50UTRs. Lin and Li (2012) examined the association between UTR lengths

112 Z. Lin and W.-H. Li

Co
py
ri
gh
t 
©
 2
01
4.
 S
pr
in
ge
r.
 A
ll
 r
ig
ht
s 
re
se
rv
ed
. 
Ma
y 
no
t 
be
 r
ep
ro
du
ce
d 
in
 a
ny
 f
or
m 
wi
th
ou
t 
pe
rm
is
si
on
 f
ro
m 
th
e 
pu
bl
is
he
r,
 e
xc
ep
t 
fa
ir
 u
se
s 
pe
rm
it
te
d 
un
de
r 
U.
S.
 o
r 
ap
pl
ic
ab
le

co
py
ri
gh
t 
la
w.

EBSCO Publishing : eBook Collection (EBSCOhost) - printed on 9/4/2015 3:21 PM via ST LOUIS UNIV
AN: 776043 ; Compagno, Concetta, Piskur, Jure.; Molecular Mechanisms in Yeast Carbon Metabolism
Account: s8997389



and the patterns of gene expression across various conditions in S. cerevisiae and
C. albicans (Berman and Sudbery 2002; Sudbery et al. 2004). They calculated the
expression correlation of all eligible GO group genes with CRP genes and found
that such correlations are negatively associated with their 50UTR lengths in both
species (Lin and Li 2012). It suggests that genes with a longer 50UTR tend to have
higher expression plasticity under different conditions. Among a few GO groups
with the largest increase in 50UTR length in S. cerevisiae and the largest decrease
in this gene expression correlation, most of these genes are involved in mito-
chondrial respiration process. It is well known that the expression of mitochondrial
respiration genes has been reprogrammed in S. cerevisiae during the evolution of
aerobic fermentation. These results suggest that the elongation of 50UTR might
have contributed to this global gene regulation modification process. As it is not
clear how changes in 50UTR length affect gene expression plasticity, it was
speculated that an increase in 50 UTR length may affect the nucleosome occupancy
patterns in promoters (Lin and Li 2012).

5.4 Comparative Genomics of Galactose Metabolism

Although glucose is the preferred carbohydrate in yeasts, most yeasts are able to
use galactose well. Galactose itself cannot be directly used for glycolysis. As
shown in Fig. 5.1, after galactose is transported into cells by galactose permease
Gal2p, it needs to be converted into glucose-6-phosphate to enter the glycolysis
pathway. The pathway that catalyzes this conversion is also called the Leloir
pathway (Johnston 1987; Bhat and Murthy 2001). In S. cerevisiae, the Leloir
pathway is composed of five enzymes: galactose mutarotase, UDP-galactose-4-
epimerase Gal10p, galactokinase Gal1p, galactose-1-phosphate uridyl transferase
Gal7p, phosphoglucomutase Pgm1 and Pgm2. The genes encoding the Leloir
pathway enzymes (often called the GAL genes) are tightly controlled at the tran-
scriptional level in yeasts (Sellick et al. 2008). In the presence of glucose, the GAL
genes are repressed. The repression is released when glucose is absent, and rapid
and high-level activation of the GAL genes is triggered by three other proteins,
Gal4p, Gal80p, and Gal3p (Sellick et al. 2008). The GAL genes are broadly dis-
tributed in all eukaryotes, bacteria, and archaea.

A number of yeast species lack the ability to use galactose (Naumov et al.
2000). Hittinger et al. examined the genomic data for seven species that can use
galactose and four that cannot. The phylogeny of the 11 yeast species suggests that
galactose utilization was present in their common ancestor and the loss of gal-
actose utilization in the four species were due to at least three parallel losses
(Hittinger et al. 2004). The seven GAL genes (GAL1, GAL2, GAL3, GAL4, GAL7,
GAL10 and GAL80) are present in all species that can use galactose. In contrast,
these GAL genes are absent in the four species lacking the galactose utilization
ability, suggesting the degeneration of the entire pathway (Hittinger et al. 2004).
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Remarkably, different galactose utilization abilities due to presence/absence of
GAL genes are also observed between different strains in a species. The Japanese
strains of Saccharomyces kudriavzevii, a close relative of S. cerevisiae, lack the
galactose utilization ability. All the seven GAL genes in the Japanese strains of
S. kudriavzevii were heavily degenerated and became pseudogenes soon after the
split between the S. kudriavzevii and S. cerevisiae lineages (Hittinger et al. 2004).
However, the S. kudriavzevii strains isolated from Portugal were found to be
capable of utilizing galactose because of the presence of six functional GAL genes
in their genomes (the GAL3 gene is absent) (Hittinger et al. 2010). Because none
of the functional GAL genes in the Portuguese strains appeared to be acquired from
other species, the polymorphisms in these GAL genes may have co-existed
throughout the evolutionary history of S. kudriavzevii, providing a classic example
of balancing selection on the multi-loci gene network.

In summary, these lines of evidence revealed a tight correlation between the
ability to use galactose and the presence of the GAL genes in the genome. This
strong correlation of genomic content and galactose utilization probably reflects
the adaptation of yeasts to their own niches in which the galactose content varies
substantially (Gross and Acosta 1991). The independent losses of all GAL pathway
genes in multiple lineages were probably facilitated by the clustered organization
of these genes. In most species, the GAL genes are not clustered. Slot and Rokas
found that the genes encoding three major enzymes of the Leloir pathway (GAL1,
GAL7, and GAL10) have independently become clustered in four different fungal
lineages by different mechanisms (Slot and Rokas 2010). Moreover, a significant
higher rate of GAL pathway gene loss in the species with clustered GALs than in
those without clustered GAL genes was observed, suggesting that the adaptation of
fungal species to different environments by gain or loss of galactose utilization
ability could be facilitated by the clustering of GAL genes (Slot and Rokas 2010).
However, even though the structural members and arrangement of GAL gene
cluster are conserved among different yeast lineages, their regulatory circuits have
been rewired in the Hemiascomycete lineage (Martchenko et al. 2007). In
S. cerevisiae, the GAL genes are activated by Gal4p and repressed by Mig1p
through binding to the Gal4 or Mig1 binding sites in their promoters (Lohr et al.
1995). Interestingly, the Gal4 and Mig1 binding sites are absent from the
C. albicans GAL genes clusters (Martchenko et al. 2007). In contrast, it is found
that the expression of GAL genes in C. albicans is activated by Cph1p, a homolog
of S. cerevisiae transcription factor Ste12p (Martchenko et al. 2007). By com-
paring the promoter sequences of GAL genes in 11 yeast species, the author
proposed that Gal4p and Mig1p were recruited to co-regulate GAL genes with
Cph1p prior to WGD. The Cph1 binding sites were eventually lost during evo-
lution of S. cerevisiae lineage, resulting in the switch of the control GAL gene from
Chp1p to Gal4p and Mig1p (Martchenko et al. 2007).

As discussed above, the WGD event was considered to have a strong impact on
the glucose metabolism. Similarly, it may also have enhanced the ability of gal-
actose utilization. In S. cerevisiae, the galactokinase gene GAL1 and the co-
inducer gene GAL3 are paralogous genes that arose from a single bifunctional
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ancestral gene by the WGD (Wolfe and Shields 1997; Hittinger et al. 2004; Kellis
et al. 2004). The bifuntional gene is still present in some pre-WGD yeasts, such as
K. lactis. In S. cerevisiae, the expression of GAL1 is highly induced up to 1,000
fold, in the presence of galactose, while GAL3 is only induced three–five-fold. The
sharply different regulations on the two paralogous genes are believed to be
advantageous for galactose utilization. The single bifunctional gene in K. lactis
may be subject to adaptive conflict at the level of transcriptional regulation. The
adaptive conflict appeared to be resolved by the WGD event that produced an extra
copy of the GAL gene. Specific modifications on the promoters of the GAL1 and
GAL3 genes allowed them to have totally different ranges of transcription in post-
WGD species (Hittinger and Carroll 2007).

5.5 Conclusions and Prospects

Different yeasts show highly distinct preferences in carbohydrate metabolism.
Recent comparative genomics and bioinformatics studies revealed that different
glucose and galactose metabolisms were associated with changes in genomic
content and regulatory landscape. While the evolution of galactose utilization was
mainly due to gain or loss of GAL genes and changes in cis-regulatory elements,
the evolution of different glucose metabolisms in yeasts was influenced by many
different factors including changes in gene copy number, cis-regulatory elements,
promoter chromatin structure, and 50UTR length. The expansion of glucose
transporter genes and the high retention rate of WGD gene pairs in glycolytic
enzymes have increased the glycolytic flux in the aerobic fermentative species. In
addition, the switch from the respiration pathway to the fermentation pathway also
required regulatory rewiring of genes involved in mitochondrial functions, so that
most pyruvate is directed to the fermentation pathway. However, it would only
make sense if the ancestral yeasts had already evolved the active and highly
efficient fermentation pathway under aerobic conditions prior to global repression
of mitochondrial function, or the yeast cells would suffer selective disadvantages
due to shortage of energy and reduced growth rate. Most studies so far focused on
the glycolysis and mitochondrial respiration pathways. It is not known if the genes
involved in fermentation reactions have been activated in the presence of oxygen
or the enzyme activities have been greatly improved at an early evolutionary stage
of aerobic fermentation. Further work will be needed to study what evolutionary
changes in the fermentation pathway have triggered the switch from the respiratory
to the fermentative style.
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