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Oxidative Stress Responses of the Yeast Saccharomyces
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All aerobically growing organisms suffer exposure to oxidative stress, caused by partially reduced forms of molecular
oxygen, known as reactive oxygen species (ROS). These are highly reactive and capable of damaging cellular
constituents such as DNA, lipids and proteins. Consequently, cells from many different organisms have evolved
mechanisms to protect their components against ROS. This review concentrates on the oxidant defence systems of
the budding yeast Saccharomyces cerevisiae, which appears to have a number of inducible adaptive stress responses
to oxidants, such as H2O2, superoxide anion and lipid peroxidation products. The oxidative stress responses appear
to be regulated, at least in part, at the level of transcription and there is considerable overlap between them and many
diverse stress responses, allowing the yeast cell to integrate its response towards environmental stress. ? 1998 John
Wiley & Sons, Ltd.
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INTRODUCTION

Oxygen is a highly reactive molecule and can be
partially reduced to form a number of chemically-
reactive agents, known as reactive oxygen species
(ROS), such as the hydroxyl radical (HO"). These
forms of oxygen are highly damaging towards
cellular constituents, including DNA, lipids and
proteins.135,150 In addition to these highly reactive
molecules, both H2O2 and superoxide anions
EH14 4AS, UK.
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(O2
") are often also referred to as ROS as they

can lead to production of more reactive species,
particularly in the presence of metal ions. ROS are
generated endogenously in many cells as a conse-
quence of metabolic processes. ROS can also be
formed by exposure of cells to either ionizing
radiation, redox-cycling chemicals present in the
environment or by exposure to heavy metals.1,9

Through these mechanisms, all aerobically grow-
ing organisms are continuously exposed to reactive
oxidants and oxidative stress occurs when the
concentration of these oxidants increases beyond
the antioxidant buffering capacity of the cell.
Given the ubiquitous nature of ROS, it is hardly
surprising that most (if not all) organisms have
evolved the means to protect their cellular compo-
nents against reactive oxidants. This review
focuses on the antioxidant defence systems of the
budding yeast Saccharomyces cerevisiae.
*Correspondence to: D. J. Jamieson, Department of Biological
Sciences, Heriot-Watt University, Riccarton, Edinburgh
OXIDANT DEFENCE SYSTEMS

Cells possess both enzymatic and non-enzymatic
defence systems to protect their cellular constitu-
ents and maintain cellular redox state. Non-
enzymatic defence systems typically consist of

small molecules which are soluble in either an
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aqueous or, in some instances, a lipid environment.
They act in general as radical scavengers, being
oxidized by ROS and thereby removing oxidants
from solution.
Non-enzymatic defence systems
agents, including H2O2.

in S. cerevisiae.

to oxygen.
Glutathione Perhaps the best-known example of
a non-enzymatic defence system is glutathione
(GSH), a tripeptide ã--glutamyl--cystinylglycine.
GSH acts as a radical scavenger with the redox-
active sulphydryl group reacting with oxidants to
produce reduced glutathione (GSSG). Glutathione
is possibly the most abundant redox scavenging
molecule in cells,98 consequently, its role in
maintaining cellular redox state is important.

The genes involved in GSH biosynthesis have
been identified in S. cerevisiae (GSH1 and GSH2,
encoding ã-glutamylcysteine synthetase and glu-
tathione synthetase respectively) and gsh1 and
gsh2 mutants have been isolated in yeast.73,115,116

As is the case for E. coli, yeast gsh1 and gsh2
mutants are still viable, although they have a
slower growth rate and a longer lag phase than
wild-type cells, they also show a defect in sporula-
tion.115,130 Mutants deficient in gsh1 are absolutely
dependent upon exogenous GSH for growth in
minimal media, while gsh2 mutants can grow in
unsupplemented minimal media, albeit less well
than their wild-type counterparts.49,133 In ad-
dition, gsh1 mutants display a petite phenotype,
being unable to grow on non-fermentable carbon
sources such as glycerol. Moreover, the wild-type
GSH1 gene was initially isolated as a high copy
assessor of a mutation in a gene encoding a
mitochondrial protein (pet5155ts), suggesting that
glutathione plays an important role in protecting
the mitochondrion from oxidants produced as a
result of respiration.92

A number of studies have shown that GSH is
an important antioxidant molecule in yeast.
Glutathione-deficient mutants have been shown to
be hypersensitive to H2O2, plumbagin and mena-
dione (superoxide anion generators), as well as
other compounds such as cadmium and methyl-
glyoxyl.64,73,133 Despite being hypersensitive to
oxidants, GSH-deficient mutants are still able to
induce an adaptive stress response to both H2O2
and menadione, suggesting that GSH is not
important as a sensor molecule in these stress
responses.133 In addition to being a radical
scavenger, GSH can also be conjugated to toxic
electrophiles and the conjugate excreted into the
? 1998 John Wiley & Sons, Ltd.
vacuole, presumably via the recently identified
GSH-conjugate pump Ycf1p.86 Evidence has been
presented for the formation and transport of both
GSH-Cd and -menadione conjugates.86,153 Inter-
estingly, ã-glutamylcysteine has been shown to be
able to partially substitute for GSH, when used as
a medium supplement.49 However, it is clear that
GSH has one or more additional functions for
which ã-glutamylcysteine cannot substitute, as
gsh2 mutants still require GSH for wild-type rates
of growth.49 In S. cerevisiae, GSH can also be
used as a source of nitrogen and sulphur under
starvation conditions.36,102

While many studies have shown that menadione
can lead to the production of superoxide anions,
via redox-cycling there is still some doubt as to the
precise mode of toxicity of menadione. Cu/
ZnSOD-deficient yeast mutants are hypersensitive
to menadione, implying that at least part of its
toxicity is via the production of superoxide ani-
ons.67 However, a recent report suggests that
menadione may also be rendered toxic by conju-
gation with GSH.153 In common with higher
eukaryotes, exposure of exponentially growing
yeast cells to oxidants for short periods of time
does not lead to marked alterations in the levels of
total GSH.64,133 However, Zadinski et al. have
found significant depletion of GSH levels after
treatment of stationary phase yeast cultures with
menadione, whereas the same group found only
limited depletion in response to a number of

35,153
Phytochelatins In many fungi and plants,
phytochelatins play an analogous role to
GSH. Phytochelatins have the structure (ã-
glutamylcysteine)n-glycine and have been isolated
from the fission yeast Schizosaccharomyces pombe,
but as yet they have not been shown to be present

15
Polyamines In addition to glutathione, amino
acid-derived polyamines have also been implicated
in protecting yeast against oxidant stress. Indeed,
both spermine and spermidine have been found to
be essential for aerobic growth of S. cerevisiae and
an spe2 null mutant was found to be hypersensitive

3,4
Ascorbic acid Ascorbic acid has been known for
some time to be an important antioxidant in higher
eukaryotes, particularly in plants. In yeasts, and
especially in S. cerevisiae, the position is less clear.
Yeast 14, 1511–1527 (1998)
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There are a few reports claiming to have found
ascorbic acid in S. cerevisiae,56,113 although the
levels appear low. However, erythroascorbic acid
has been identified in both Candida albicans and
S. cerevisiae.60,72 Given that the properties of
erythroascorbic acid are similar to those of ascor-
bic acid itself, it seems likely that this compound
will have antioxidant properties, though its precise
role and importance awaits further investigation.
Lipid-soluble antioxidants Although, to date,
little is known about lipid-soluble antioxidant
molecules in S. cerevisiae, it has been observed that
the membrane lipid composition of yeast is im-
portant in conferring resistance to oxidative stress,
with cells containing membranes with a higher
level of saturated fatty acids being more resistant
than those with a higher level of polyunsaturated

59,131
fatty acids.

H2O2 and superoxide anion generators.
Trehalose A number of studies have implicated
the disaccharide trehalose as being important for
the stress tolerance of yeast. However, several
investigators have cast some doubt on the role of
trehalose as an antioxidant, as trehalose levels in
several yeast strains did not correlate well with the
level of resistance to H2O2.85 Moreover, H2O2
exposure did not induce expression of a number of
genes involved in glycogen and trehalose biosyn-
thesis.118 However, it does seem likely that a
certain threshold level of trehalose is vital for
resistance to environmental stresses, including oxi-
dative stress. Moreover, the baking strains used by
Lewis et al.85 all possessed higher levels of treha-
lose compared to laboratory strains and also
demonstrated a greater degree of H2O2 resistance.
Metallothioneins There is now overwhelming
support for a direct link between metal ions
and oxidant resistance/sensitivity. Mutations in
a number of genes give rise to resistance/
hypersensitivity towards toxic levels of both metal
ions and oxidants. This close link seems to make
biological sense, given the role of metal ions such
as Cu+ and Fe2+ on the production of oxidants,
and results in a coordinated response to both metal
and oxidant stress. Metallothioneins are a class of
small cysteine-rich proteins with antioxidant prop-
erties and have the capacity to bind a number of
different metal ions.52 Metallothioneins are par-
ticularly important in countering the toxicity of
metals such as copper. Yeast metallothioneins are
encoded by the CUP1 and CRS5 genes and have
? 1998 John Wiley & Sons, Ltd.
been shown to play a role in protecting yeast cells
against oxidants, as the oxidant-sensitive pheno-
type of strains lacking the Cu/ZnSod can be com-
plemented by the over-expression of either yeast or
human metallothionein.21,137 Also, expression of
the CUP1 gene is inducible following exposure
towards menadione and is important in conferring

90
Metal ion homeostasis The link between oxidant
stress resistance and metal ion homeostasis was
strengthened with the finding that, by altering
metal ion homeostasis, it was possible to suppress
the oxidant hypersensitivity of Cu/ZnSOD mu-
tants. Mutations in two genes, BSD1 and BSD2,
have been shown to be able to suppress the defects
of a Cu/ZnSOD mutant.88 Further work on these
mutants demonstrated that Bsd1p was identical to
Pmr1p, a P-type ATPase transporter protein found
in the Golgi and playing an important role in
manganese and Ca2+ homeostasis,82 while the
BSD2 gene was shown to encode a 37·5 kDa
protein found in the endoplasmic reticulum.89 As
with Bsd1p, the Bsd2 protein is involved in regu-
lating metal ion homeostasis and has been shown
to regulate metal ion transport systems.91 A high
copy number suppressor of the defect of a sod1, 2
double mutant, the ATX1 gene, was demonstrated
to participate in metal ion homeostasis, particu-
larly that of copper.87 Moreover, atx1 null
mutants were found to be hypersensitive to both

87
Flavohaemoglobin Another metallo-protein with
a possible role in oxidant stress protection and/or
sensing is the yeast flavohaemoglobin (Yhb1p).154

Mutants deficient in Yhb1p are slightly sensitive to
oxidants such as diamide, and expression of the
gene is induced in the presence of oxygen.154

Nevertheless, the exact physiological role of this
protein in conferring oxidant resistance remains
unknown.
Thioredoxin Thioredoxin is a small sulphydryl-
rich protein which can be used as a reductant for
thioredoxin peroxidase and for ribonucleotide
reductase. However, the precise physiological
functions of thioredoxin are not clearly under-
stood. S. cerevisiae possesses two genes encoding
thioredoxin proteins. TRX1 and TRX2.109

Deletion of either or both genes is not a lethal
event for S. cerevisiae. Although the TRX2
deletion is not lethal, it does render cells
Yeast 14, 1511–1527 (1998)
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hypersensitive to H2O2 but, paradoxically, resist-
ant to diamide.177,111 Deletion of both the TRX1
and TRX2 genes results in an extension of S-phase
of the cell cycle and a marked increase in the level
of oxidized glutathione.109,111 Moreover, evidence
has been presented that suggests that thioredoxin
(and thioredoxin reductase) deficient mutations
stimulate the transcription of certain cell cycle-
regulated genes, in particular those transcribed
mainly at the G1/S boundary.93 Interestingly,
H2O2 has been found to arrest the cell cycle in G1
and G2, with the Rad9 check point protein being
implicated in oxidant stress protection.34 Yeast
rad9 and cdc28 mutants were found to be hyper-
sensitive to H2O2, although rad9 mutants were not
hypersensitive to the superoxide anion generator

34
menadione.
Glutaredoxin In common with most organisms,
S. cerevisiae also possesses glutaredoxins, a class of
small proteins with an active site containing two
redox sensitive cysteines.38 These proteins are
thought to act in much the same way as thioredox-
ins; indeed, it is likely that glutaredoxin can act as
a source of electrons for ribonucleotide reductase
in yeast.111 More recently, S. cerevisiae has been
shown to have two glutaredoxin genes (GRX1 and
GRX2).94 Intriguingly, despite the relatively high
degree of similarity between the two proteins, it
appears that they perform different roles, with
GRX1 and GRX2 protecting the cell against H2O2
and superoxide anions, respectively.94 Thus, in
common with thioredoxins, glutaredoxins are
required for resistance to oxidative stress.
protection against oxidative stress.
Enzymatic defence systems
Cellular antioxidant defences also include sev-

eral enzymes which are capable of removing oxy-
gen radicals and their products and/or repairing
the damage caused by oxidative stress.
to oxidants such as H O .
Catalase Catalase catalyses the breakdown of
H2O2 to O2 and H2O. S. cerevisiae has two such
enzymes, catalase A and catalase T, encoded by
the CTA1 and CTT1 genes, respectively.16,54 Cata-
lase A is located in the peroxisome and the main
physiological role of this enzyme appears to
be to remove H2O2 produced by fatty acid
â-oxidation.The physiological role of the cytosolic
catalase T protein is less clear; CTT1 gene expres-
sion is, however, regulated by oxidative and
osmotic stress and by starvation.124 Yeast strains
deficient in both Cta1p and Ctt1p are hypersensi-
? 1998 John Wiley & Sons, Ltd.
tive to H2O2 in stationary phase and both single
and double catalase mutants are unable to mount
an adaptive stress response to H2O2.65 Thus,
although the catalase genes are only moderately
inducible by H2O2, both catalases are clearly
important for resistance towards H2O2.
Superoxide dismutase Yeast cells, in common
with other eukaryotes, possess two intracellular
superoxide dismutases (SOD), the mitochondrially-
located (MnSod (encoded by the SOD2 gene) and
the cytoplasmically-located Cu/ZnSod (encoded
by the SOD1 gene).5,140 Superoxide dismutases
disproportionate superoxide anion to H2O2 and
O2. The Cu/ZnSod appears to be the major enzyme
involved in removing superoxide anions from the
cytoplasm and possibly also the peroxisome,45,67

while the physiological role of the MnSod appears
to be to protect the mitochondria from super-
oxides generated during respiration and exposure
to ethanol, and seems to play little role in counter-
ing the toxicity of superoxide anions generated by
exogenously added redox cycling compounds
during fermentative growth.20,43,67 There is also
some evidence for a role of the Cu/ZnSOD in
protecting cells against respiration derived super-
oxide anions.2 For example, sod1 null mutants fail
to grow on media containing lactate as the sole
carbon source (a phenotype typical of respiratory-
deficient cells).45 Inhibition of respiration reverses
the negative effect of sod mutations on yeast long
term viability.93 It is now also evident that the
Cu/ZnSOD can play a role in buffering the
intracellular copper concentration, although this
function appears to be unrelated to its role in

22
Pentose phosphate pathway enzymes Glucose
6-phosphate dehydrogenase (ZWF1), transketo-
lase (TKL1) and ribulose 5-phosphate epimerase
(RPE1) are all enzymes involved in the pentose
phosphate metabolic pathway, and as such are
crucial for the production of cellular reducing
power in the form of NADPH. The enzymes
glutathione reductase and thioredoxin reductase
(see below) both require NADPH as a reductant to
reduce oxidized glutathione (GSSG) and thiore-
doxin. Therefore, given that GSH and thioredoxin
are important antioxidants, it is perhaps not sur-
prising that mutations in the ZWF1, TKL1 and
RPE1 genes, negatively affecting the pentose
phosphate pathway, render the cells hypersensitive

68,79,114,129

2 2
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Glutathione reductase Crucial to the role of glu-
tathione as an antioxidant is the maintenance of a
high reduced–oxidized ratio inside the cell. The
enzyme glutathione reductase is primarily respon-
sible for the reduction of oxidized glutathione and
maintenance of the GSH/GSSG ratio in cells. The
gene encoding glutathione reductase in S. cerevi-
siae (GLR1) has been identified and null mutants,
although viable, accumulate an excess of oxidized
glutathione and are hypersensitive to oxidants.18,47

Mutations in the GLR1 gene were identified during
a synthetic lethal screen, designed to isolate
thioredoxin-dependent mutants, suggesting that
thioredoxin may also help to maintain the

111
intracellular GSH/GSSG ratio.

genes.
Glutathione peroxidase As mentioned above,
GSH is an important antioxidant and, while GSH
can react directly with radicals and electrophiles, it
can also act as a source of electrons for glutathione
peroxidase. The enzyme glutathione peroxidase
catalyses the reduction of hydroperoxides, using
GSH as a reductant. yeast glutathione peroxidase
activity towards both H2O2 and organic hydroper-
oxides has been demonstrated; interestingly, both
these activities could be induced by a shift from
anaerobic to aerobic growth conditions.37 A gene
has been isolated that, when present on a high
copy number vector, increases resistance towards
tert-butyl hydroperoxide and H2O2, and gives rise
to increased levels of GSH-dependent peroxidase
activity.63 this gene (OSR1) has been shown to be
alleleic to a gene (ZRC1, encoding a putative
membrane protein) which, when present in high
copy number, gives rise to increased resistance to
cadmium.70,75 Intriguingly, the osr1 null mutation
resulted in a lowering of cellular GSH levels,
raising the possibility that this protein may regu-
late GSH biosynthesis,75 although how Zrc1p
regulates GSH levels and GSH-peroxidase activity
is not yet known.
Thioredoxin peroxidase and thioredoxin reductase
Yeast possesses an abundant thioredoxin per-

oxidase (Tsa), which is similar to bacterial alkyl
hydroperoxidases.13 Thioredoxin peroxidase levels
are increased about two-fold in response to growth
in the presence of 95% O2 or thiol-containing
agents such as mercaptoethanol.71 Thioredoxin
peroxidase reduces both H2O2 and alkyl hydroper-
oxides, in conjunction with thioredoxin reductase,

12,13,81,112
thioredoxin and NADPH.

? 1998 John Wiley & Sons, Ltd.
Methionine reductase It has been proposed
recently that methionine residues exposed on the
surface of proteins can act an antioxidants to
protect the active sites of proteins.84 Methionine
residues on the surface of an enzyme would be
oxidized to methionine sulphoxide, effectively
removing the oxidant and protecting the active site
of the protein. The enzyme methionine sulphoxide
reductase would then reverse the process. While
this has yet to be tested in vivo, yeast possess a
peptide–methionine sulphoxide reductase. More-
over, yeast deleted for the MRS gene grow
considerably less well in the presence of

106
Apn1 endonuclease In view of the well-
documented ability of reactive oxidants to damage
DNA, it is not surprising that several yeast DNA
repair associated activities are important in confer-
ring resistance to oxidants. Yeast mutants deficient
in the APN1 gene, which encodes the principal
apurinic/apyrimidinic endonuclease, are hypersen-
sitive to oxidants.123 Also, several oxidant-
sensitive mutants isolated recently have been
shown to have phenotypes similar to those
expected for mutations in DNA repair-associated

122
INDUCIBLE ADAPTIVE RESPONSES
TOWARDS OXIDATIVE STRESS

While yeast possess a degree of constitutive resist-
ance towards oxidants, several laboratories have
demonstrated that treatment of aerobic exponen-
tial phase yeast cultures with sub-lethal levels of
oxidants can lead to the transient induction of
increased protection against subsequent exposure
to normally lethal levels of oxidants.17,25,32,66

Using the protein synthesis inhibitor cyclohex-
imide it has been shown that protection requires
new protein synthesis, and is presumably the result
of de novo synthesis of protective enzymes.17,32

Initially, S. cerevisiae was shown to possess at least
two distinct adaptive stress responses to oxidants:
one induced by H2O2 and the other by exposure to
compounds such as menadione, which produce a
flux of superoxide anions in the cell.66,67 The
response to H2O2 appeared to be distinct from that
induced by menadione, on the basis of cross-
protection experiments.66 Furthermore, different
polypeptides appeared to be synthesized in
response to exposure to two oxidants, H O and
2 2
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menadione,67 although there was clearly some
overlap between the two responses.67 More
recently, adaptive stress responses to malandialde-
hyde, and possibly also towards linoleic acid
hydroperoxide, have been identified.30,139 These
stress responses have been less extensively studied
compared to the H2O2 and superoxide stress
responses.

Much recent work has understandably concen-
trated on the transcriptional regulation of specific
genes encoding antioxidant function. These studies
have revealed that the adaptive stress response
towards H2O2 is not composed of a single regulon,
but rather a complex network of several different
regulons. For example, several genes (e.g. TRX2)
appear to be regulated directly by the transcription
factor Yap1, whereas others, such as SSA1, are
regulated by Yap1 indirectly.132 Recently, another
Yap1-dependent gene, GSH1, was found to be
inducible by H2O2, but only when cells were grown
in the presence of certain amino acids, whereas
H2O2 induction of both TRX2 and SSA1 was
much less dependent upon the presence of amino
acids in the growth media.134 It is also clear that
some, although not all, STRE-regulated genes are
inducible by H2O2. The CTT1 gene is modestly
inducible by H2O2 via STRE elements in its pro-
moter.98 Thus, the oxidant adaptive stress
responses, as measured by increased protection
against oxidants, are complex.
REGULATION OF GENE EXPRESSION BY
OXIDANTS

A number of studies have presented evidence for
much of the regulation of the oxidant stress
responses in S. cerevisiae to be at the level of
transcription.17,67,83,132,134 Regulation of gene
expression by oxidative stress in yeast appears to
be more complex than that observed in prokary-
tes. There is also considerable overlap between
the oxidative stress responses and other stress
responses; including starvation, heat-shock,
osmotic shock and resistance to heavy metals such
as cadmium. A number of transcription factors
have been identified and demonstrated to play
some role in regulating gene expression in response
to oxidants.
bZip transcription factors
Several bZip-type transcription factors with

some sequence similarity to mammalian transcrip-
? 1998 John Wiley & Sons, Ltd.
tion factors, such as c-Jun, and characteristic basic
DNA-binding and dimerization domains, have
been identified in S. cerevisiae.31 Three of these
proteins, Yap1, Yap2 and Gcn4, have been exten-
sively studied and all play roles in protecting yeast
cells against stress. In addition, several other Yap-
like proteins of unknown function have been
identified by the yeast genome sequencing
project.31,39,104

The Yap1 protein was purified on the basis of its
ability to bind to the same sequence as the mam-
malian Ap-1 (Jun/Fos) transcription factor in vitro
and in vivo.53,108 Several laboratories isolated the
YAP1 gene by its ability when present in high copy
number to render yeast resistant to a wide variety
of toxic agents.51,61,127 The role of Yap1p in the
regulation of enzymes which protect against oxi-
dants was first suggested when yap1 mutants of S.
cerevisiae were found to be hypersensitive to oxi-
dants.127 Mutants deficient in Yap1p have reduced
activities of several enzymes with antioxidant
activity such as superoxide dismutase, glucose-
6-phosphate dehydrogenase, and glutathione
reductase.127 The adaptive response to H2O2 was
also severely affected by yap1 mutants, showing
that Yap1p affects the transcription of genes
involved in mediating this response.132 However,
the yap1 mutant still retained a small but repro-
ducible H2O2-adaptive stress response implicating
additional factors in this response. The presence of
the YAP1 gene in high copy number also resulted
in modest increases in total glutathione levels
and in the activities of the above mentioned
antioxidant enzymes.

Putative Yap1p-binding sites have been located
in the 5* promoter sequence of a number of yeast
genes encoding antioxidant activities including
the SOD1, TWF, TRX2, GLR1 and GSH1
genes.18,51,77,127,152 The expression of both the
GLR1 and GSH1 genes has been shown to be
Yap1-dependent and oxidant-inducible.47,132,152

Moreover, the H2O2 and diamide-mediated
increase in expression of the TRX2, GSH1 and
GLR1 genes is also Yap1p-dependent.47,77,132 It
was originally suggested that the binding of Yap1p
to the TRX2 promoter is induced by oxidation of
pre-existing protein; however, this now seems not
to be the case.105 It is almost certainly of some
significance that, although the basal level of tran-
scription of the TRX2 gene is severely diminished
by a yap1 mutation, the residual level of TRX2
transcription is still inducible by H2O2, suggesting
that additional factor(s) is involved in mediating
Yeast 14, 1511–1527 (1998)
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TRX2 induction in response to H2O2. Indeed, one
possible additional factor may be the product of
the SKN7 gene.79,80,105

More recently, evidence has appeared that sug-
gests that the nuclear localisation of the Yap1p
protein is enhanced in response to diamide stress.78

In this report, the authors point to a cysteine-rich
region of the Yap1p carboxy terminal region as
being involved in the stress-induced nuclear locali-
zation process. The situation with respect to H2O2-
mediated oxidative stress appears even more
complicated, as some mutants with high nuclear
Yap1p levels are still hypersensitive to H2O2. Fur-
ther evidence of the Yap1 protein responding
differently to H2O2 and diamide stress has been
obtained by a number of different labora-
tories.134,144 Intriguingly, the same cysteine-rich
region identified by Kuge et al. as being respon-
sible for the nuclear localization of Yap1p was
shown to be important for Yap1p-mediated regu-
lation of a reporter gene.144 This region of the
Yap1 protein consists of three cysteine–glutamate–
serine repeats; these workers found that mutations
in some of these repeats had different effects with
respect to the Yap1 protein’s ability to induce
transcription in response to H2O2 or diamide, or
complement the hypersensitivity of a yap1 null
mutant.144 A region of the Yap1 protein amino-
terminal to the cysteine-rich region was also found
to be important for the H2O2-mediated regulation
by the Yap1 protein.144 Thus, the Yap1 protein
appears to have a diamide-responsive region at the
carboxy terminus, while H2O2-responsiveness is
more complex, requiring both the cysteine-rich
domain and a region nearer the amino-terminal
end of the protein.

The role of the Yap1 protein in regulating
oxidant-inducible genes is further complicated by
the finding that in some instances its role is indirect
and may occur through separate stress response
pathways. For example, induction of the TPS2
(trehalose phosphate phosphatase) gene by heat
shock requires the YAP1 gene product; this induc-
tion is mediated through an STRE element and not
a Yap1-binding site.40 However, a more recent
study could not demonstrate induction of the
TPS2 gene.148 Gounalaki and Thireos40 also sug-
gest that regulation of TPS2 by Yap1p is modu-
lated via the Ras/cAMP kinase signal transduction
pathway, since TPS2 is expressed constitutively in
a cdc25 (protein kinase A) mutant.

The YAP2 gene was identified by its ability,
when in high copy number, to confer resistance to
? 1998 John Wiley & Sons, Ltd.
cadmium and by the hypersensitivity of yap2 null
mutants to oxidants.7,58,151 The role of the YAP2
gene in oxidant-dependent gene regulation is still
unclear, as no target genes for Yap2p have
yet been identified. However, Yap2p clearly plays
a role in regulating the H2O2-adaptive stress
response, since induction of this adaptive stress
response was diminished in a yap2 null mutant.132

The existence of several b-Zip transcription factors
that play a role in the H2O2-adaptive stress
response raised the possibility that Yap1 and Yap2
could act as dimers similar to mammalian Jun and
Fos proteins. However, the phenotypes of the yap1
and yap2 mutants, although similar, are not
identical and several Yap1p-dependent genes
were found to be Yap2p-independent.132 These
findings are inconsistent with the formation of a
Yap1p–Yap2p heterodimer.

The Gcn4 protein was originally identified as
being responsible for regulating the expression of
many amino-acid biosynthetic genes.57 The bind-
ing site for Gcn4p is very similar to that of Yap1p,
and recently a role for Gcn4p in controlling, at
least partially, the response of yeast towards UV-
light has been proposed.28 The Gcn4 protein has,
however, not been directly implicated in regulating
gene expression in response to oxidants, although,
given that UV light can result in the production of
reactive oxygen species, one could envision that it
may play some role.

The availability of the complete yeast genome
sequence has led to the identification of open read-
ing frames encoding additional bZip transcription
factors (Yap3, YHL009c; Yap4 YOR028c; Yap5
YIR018w; Yap6 YDR259c; Yap7 YOL028c; Yap8
YPR199c). An analysis of the possible functions of
these transcription factors has been performed.31

The resulting information (although by no means
complete) suggests that all of these transcription
factors have distinct physiological roles (possibly
involved in stress responses) with considerable
overlap between them.
Copper-binding transcription factors
The Ace1 protein is a copper-binding protein

possessing a ‘fist’-like cysteine-rich domain.36

Ace1p regulates the expression of some genes
encoding activities involved in copper homeostasis,
including CUP1, which encodes metallothionein, a
small cysteine-rich protein found in all eukaryo-
tes.138,144 while metallothionein is an antioxidant,
Ace1p also regulates the expression of SOD1 and
Yeast 14, 1511–1527 (1998)
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in vitro footprinting experiments showed that
Ace1p can bind to the SOD1 promoter.11,44 How-
ever, it is evident that transcription factors other
than Ace1p are important in determining the level
of SOD1 expression, as there is still significant
SOD1 expression in an ace1 null mutant.45 At
present, the contribution of Ace1p towards resist-
ance to oxidants is not certain. Another copper-
containing transcription factor, Mac1p, was
identified as a protein with significant sequence
similarity, in both the DNA binding domain and
cysteine-rich copper-containing ‘copper fist’
domains, to the Ace1p and Amt1p transcription
factors of S. cerevisiae and Candida glabrata,
respectively.69 The Mac1 protein was reported to
regulate the transcription of genes involved in the
reduction of iron and copper ions, as well as to
mediate the H2O2-induction of the CTT1 gene.69

The regulation of CTT1 transcription by Mac1p
appears complex, however, since gain-of-function
MAC1 mutants fail to increase CTT1 expression
despite mac1 null mutants preventing the H2O2-
mediated induction of CTT1 mRNA, and being
hypersensitive to H2O2. It is possible that the role
of Mac1p is indirect, particularly as there is no
physical evidence for Mac1p binding to the CTT1
promoter. The presence of bound copper in the
Mac1p and Ace1p proteins suggests that these
transcription factors may be redox-active and
therefore may play a role in the cell’s ability to
sense oxidants.
Zinc-finger transcription factors
The Hap1 protein was shown to regulate the

expression of both the CYC1(iso-1-cytochrome)
and CYC7(iso-2-cytochrome c) genes in response
to oxygen and heme.155 Hap1p has subsequently
been found to be involved in the regulation of a
variety of genes encoding hemeo-proteins, such as
CTT1 and CTA1 (the cytosolic and peroxisomal
catalases) and components of the mitochondrial
respiratory chain, as well as SOD2 (mitochondrial
manganese superoxide dismutase).46,149 The
expression of several enzymes involved in protec-
tion against oxidants is therefore regulated by
Hap1p, However, hap1 mutants still possessed an
inducible H2O2-adaptive stress response;17 it there-
fore seems likely that the adaptive oxidative stress
responses are not wholly dependent upon heme-
containing proteins and that heme is not a sensor
of oxidative stress.

In addition to Hap1p, the Hap2, Hap3 and

Hap4 proteins are also involved in controlling gene

? 1998 John Wiley & Sons, Ltd.
expression in response to heme. They have also
been shown to be required for the heme-
independent expression of a number of genes23

while, more recently, these proteins have been
implicated in the stationary phase-dependent regu-
lation of the SOD2 gene.33 At present, the require-
ment for these general transcription factors in
regulating the expression of other genes involved
in antioxidant functions is not known.

The expressions of several yeast genes have been
shown to be inducible by a wide variety of stresses,
ranging from heat-shock, osmotic stress, DNA
damage and hydrogen peroxide.40,74,98 These
genes, including CTT1, DDR2, HSP12, TPS2,
GSY2 and GPH1, were all found to possess mul-
tiple copies of an element called the stress respon-
sive element (STRE). The STRE element has ben
most extensively characterized for the CTT1 gene
and contains the sequence AGGGG.98 In a recent
search of the yeast genome, a number of yeast
genes which may potentially be regulated by
STRE-elements have been identified,107 although
one must be cautious about the exact number of
genes so regulated, as it is clear that STRE-
mediated regulation is to some extent promoter
context-dependent.148

Two zinc-finger proteins encoded by the MSN2
and MSN4 genes were recently shown to be re-
quired for STRE-dependent induction and are
STRE-binding proteins. These two genes were
initially identified as multicopy suppressors of the
invertase defect observed for snf1 mutants.29

Strains carrying disruptions of both MSN2 and
MSN4 showed higher sensitivity to several differ-
ent stresses, including carbon source starvation,
heat shock, and severe osmotic and oxidative
stresses. Also, the MSN2 and MSN4 genes are
required for the STRE-mediated activation of
CTT1, DDR2 and HSP12.99,126 The full-length
Msn2 protein and the DNA-binding domain of
Msn4p have been shown to specifically bind the
STRE-element in vitro.

Despite the Msn2 and Msn4 proteins regulating
expression of (amongst others) the CTT1 gene, it is
evident that mutations in these genes do not abol-
ish H2O2-regulation of gene expression.99 There-
fore, there have to be additional transcription
factors which recognize the STRE-element and
regulate expression in response to H2O2. The
nature and identity of these proteins is pres-
ently unknown. Intriguingly, in common with
the Yap1 protein, the cellular localization of
the Msn2 protein was found to be regulated;
Yeast 14, 1511–1527 (1998)
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in response to stress the protein reversibly
41
accumulates in the nucleus.
Additional transcription factors
Several additional yeast transcription factors

that are important for the yeast response to oxi-
dative stress. There have been suggestions that
oxidants and antioxidants may modulate the
activity of the heat-shock factors in eukaryotic
cells.The Thiele laboratory has recently shown that
CUP1 induction by the superoxide anion generat-
ing compound, menadione, requires the HSE ele-
ment and Hsf1p.90 Also, it was observed that the
Hsf1 protein was phosphorylated in response to
oxidative stress,90 while heat-induced cell death in
S. cerevisiae involves oxidative stress.24 The SKN7
gene was identified as a high-copy suppressor of a
mutation affecting cell wall â-glucan assembly.
Regions of the Skn7 protein show similarity to the
Hsf1p DNA-binding domain as well as to the
prokaryotic receiver units in two-component
response regulators.10 Recently, Krems et al. have
found that skn7(pos9) mutants displayed a similar
degree of sensitivity to H2O2 to strains with muta-
tions in yap1 and showed reduced H2O2 induction
of TRX280 while Morgan et al. demonstrated that
the Skn7 protein can bind the TRX2 promoter
in vitro and may well do so as part of a complex
containing Yap1p.105

A search for bleomycin-sensitive mutants
resulted in the identification of the IMP2 gene.
Mutants deficient in Imp2p are hypersensitive to
bleomycin, H2O2 and certain metal ions.100,101

Although the Imp2 protein appears to lack a
DNA-binding domain, it can activate transcription
when fused to one.100 The precise role of this
protein in mediating oxidant resistance is still
unclear, although it may well do so by affecting
metal ion homeostasis.101

All of the above-mentioned transcription factors
act as activators. To date, there is only one
example of a transcriptional repressor implicated
in the response towards oxidative stress. The XBP1
gene was identified on the basis of homology with
the DNA-binding domain of the Swi4. The Xbp1
protein has been shown to be a transcriptional
repressor, whose own expression is regulated by
various environmental stresses, including oxidative
stress.98 The 72 kDa Xbp1 protein is a member of
the Swi1p/Mbp1p family of transcription factors,
containing a conserved helix–loop–helix motif
responsible for DNA binding. The XBP1 pro-
? 1998 John Wiley & Sons, Ltd.
moter contains five STRE-, one HSE- (heat-shock
element) and one ARE- (Yap1p binding site) ele-
ment. It is not certain which of these elements is
responsible for the observed regulation of XBP1.
However, from the expression pattern it seems
likely that the regulation is mediated via the
STRE-elements. At present, no definite target
genes for Xbp1 have been identified, although Mai
and Breeden97 present a list of genes containing
putative Xbp1p-binding sites. It is known that in
response to oxidative stress the levels of some
proteins decreases, although whether this is due to
transcriptional repression or increased protein deg-
radation is not known.67 It therefore seems a likely
possibility that the Xbp1 protein is responsible for
the observed reduction in protein levels, via repres-
sion of gene expression. It will be interesting to
identify Xbp1p target genes and to determine why
reduction in their expression is important for
resistance to stress.
RELATIONSHIP BETWEEN THE
OXIDATIVE STRESS RESPONSES AND
OTHER ENVIRONMENTAL STRESS
RESPONSES

Adaptive stress responses to cold-shock, heat-
shock, ethanol exposure and osmotic stress have
also been characterized.19,76,96,141 Are these stress
responses all distinct from one another or are they
all manifestations of a global general stress
response? Much work with bacteria and yeast has
shown that many (if not all) of the different stress
responses are indeed distinct, although there is
significant overlap between many of the responses.
In yeast, while it is clear that there are genetically
distinct oxidant and other stress responses, the
STRE-regulon may well constitute a general stress
response, serving to regulate the expression of
genes whose products are required for protection
against most (if not all) environmental stresses.
Heat-shock response
Perhaps the best characterized adaptive stress

response is the heat-shock response.120 Cross-
protection experiments with yeast showed that
heat-shock was able to confer protection against
stress caused by H2O2, superoxide anion and lin-
eolic acid hydroperoxide.30,66 The mechanism of
resistance of heat-shocked cells to oxidants is not
known; however, transcription of the CTT1 gene is
elevated by heat-shock, via STRE elements.147
Yeast 14, 1511–1527 (1998)
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Therefore, the combination of increased catalase
activity, the heat-shock-protein-encoding genes
and other STRE-regulated genes may explain the
observed resistance. In support of this idea, yeast
lacking Cta1, Ctt1, Cu/ZnSOD, MnSOD and
cytochrome c peroxidase were found to be
less thermotolerant than wild-type cells, while
over-expression of these genes conferred a
degree of protection towards lethal heat-shock.24

Furthermore, induction of CUP1 expression by
90
menadione requires Hsf1p.
Post-diauxic shift and stationary phase
There is some debate about the exact nature and

definition of stationary phase, which is beyond the
scope of this review. For simplicity, I will discuss
the post-diauxic shift point with stationary phase.
This should not be taken to mean that a single
mechanism operates to regulate gene expression
and oxidant resistance at these points in the
growth of batch cultures of yeast. When yeast cells
growing in batch culture reach late exponential
phase or stationary phase they become remarkably
resistant to a number of diverse stresses, including
high temperatures and oxidants (both H2O2 and
superoxide anion).66,125 Is this stationary phase
response related to the adaptive stress responses
observed at the early exponential phase of growth?
Experiments suggested that this is not the case, as
the degree of observed resistance in stationary
phase is higher than that induced by the exponen-
tial phase adaptive stress responses. Also, the fact
that stationary phase cells become cross-resistant
to a vast array of different stresses suggests a
different mechanism.66 A similar phenomenon has
been observed with heat-shock-induced thermotol-
erance, where it was noted that the degree of
resistance during stationary phase was consider-
ably longer-lived than the rather transient nature
of that induced by heat-shock during exponential
growth.142

The resistance of yeast towards oxidants caused
by the onset of stationary phase appears similar to
that observed when yeast are starved for carbon.66

Although the precise mechanism of resistance to
oxidants generated by these conditions is not
understood, several changes in the expression of
genes encoding antioxidant activities take place.
Many of these enzymes are also important for
oxidant resistance during exponential growth.
Mitochondrial biosynthesis increases and the tran-
scription and synthesis of the mitochondrial respir-
? 1998 John Wiley & Sons, Ltd.
atory chain is induced. Transcription of several of
the heat-shock-protein-encoding genes, encoding
Hsp150, Hsp84, Hsp70, Hsp26, Hsp12 and poly-
ubiquitin, is also increased.120 In post-diauxic-shift
cultures, increased transcription of the SSA3 gene
is regulated by the post-diauxic-shift element
(PDS).6,145 In addition, some STRE-regulated
genes respond positively to starvation and
approaching stationary phase, including SOD2
and CTT1.33,146,149 Indeed, the STRE-binding
proteins Msn2p and Msn4p have been found to
regulate the synthesis of a variety of proteins at the
diauxic shift point.8 Both yap1 and yap2 null
mutants show modest reductions in H2O2 resist-
ance in stationary phase cultures.132 Stationary
phase cultures of glutathione-deficient mutants
were also found to be hypersensitive to H2O2 and
superoxide anion.133 Moreover, Yap1p has been
shown to be important for the stationary phase
regulation of the GLR1 gene.47 Taken together,
these results all point to an important role for
glutathione in oxidant resistance in stationary
phase.
Respiratory growth
Yeast can grow either fermentatively or by

respiration. Respiring yeast cells are intrinsically
more resistant to both H2O2 and superoxide
anions, although the exact reason for this is still
not clear.66 In many respects, the levels of resist-
ance towards oxidants observed in respiring yeast
cells appear similar to those seen in stationary
phase and starved cells.66 Many, if not all, genes
encoding respiratory functions are subject to glu-
cose repression and are regulated by oxygen/heme
availability mediated by the transcription factor
Hap1p.42 For example, the catalase genes are also
under Hap1p transcriptional control, as is the
SOD2 gene.46,119,124 The regulation of these genes
by heme availability is perhaps not surprising,
given the nature of the protein products and their
proposed physiological roles. The catalases are
haemoproteins, and MnSod is mitochondrially-
located and responsible for countering the toxicity
of superoxide anions produced from respiration.43

Under respiring conditions, expression of SOD2
and both catalase genes is elevated, as is cyto-
chrome c peroxidase and the ubiquitin-encoding
gene, UB14. Indeed, ubi4 deletion mutants grown
under respiring conditions are hypersensitive to
H2O2.14 This evidence suggests that there is an
increase in anti-oxidant capacity in cells grown

under these conditions.
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The role of the mitochondria in the exponential
phase adaptive oxidant stress responses has been
investigated in yeast strains deficient in mitochon-
drial function. Strains lacking mitochondrial DNA
(Rho0) and strains with deletions in their mito-
chondrial DNA (Rho"), were found to be more
sensitive to H2O2, superoxide anion and bleomy-
cin.56,66 However, in both cases the adaptive stress
responses were still inducible by these oxidants.66

Nevertheless, respiratory deficient yeast were
found to be hypersensitive to oxidants in station-
ary phase,66 suggesting a requirement for some
aspect of mitochondrial function for protection
against oxidants under these conditions.

Yeast lacking specific components of the mito-
chondrial electron transport chain or blocked by
the addition of inhibitors of electron transport
were found to be hypersensitive to H2O2 and still
capable of inducing an adaptive stress response to
this oxidant.50 To date, no satisfactory explanation
for the dependence of oxidant resistance on respir-
atory function has been made. Grant et al. specu-
late that the H2O2 hypersensitivity of rho" cells
may be the result of one or more antioxidant
activities having a requirement for energy.50 Inter-
estingly, rho" cells were found to be more resist-
ant to linoleic acid hydroperoxide than wild-type
cells (although, paradoxically, functional mito-
chondria are required for adaptation to linoleic
acid hydroperoxide).30 A possible explanation for
this apparent inconsistency is that rho" cells are
experiencing stress and are subject to lipid peroxi-
dation and, as a result, induce an adaptive
response to linoleic acid hydroperoxide.
SIGNAL TRANSDUCTION PATHWAYS

In contrast to the situation in fission yeast, the role
of signal transduction pathways in the regulation
of the response of S. cerevisiae towards oxidants is
not well understood. The Ras signal transduction
pathway (responsible for regulating intracellular
cAMP levels) is clearly important. Many stress-
inducible genes, including some that are regulated
by oxidants, are responsive to cAMP levels. This
regulatory response is mediated via both STRE
and PDS elements; genes regulated in this manner
include the CTT1, SSA3, HSP26 and HSP12
genes.98,121,145 These genes are activated by
decreased levels of intracellular cAMP. Stresses
which lead to decreased intracellular cAMP levels
include heat-shock, carbon and nitrogen starva-
? 1998 John Wiley & Sons, Ltd.
tion, and entry into stationary phase. Tolerance of
S. cerevisiae towards freeze-thawing is also regu-
lated by cAMP levels.117 cyr1 Mutants, which
posses slow levels of cAMP due to a defective
adenylate cyclase, are resistant to a large variety of
stress conditions, including nutrient starvation,
heat-shock and oxidants.28,62,128 Moreover, a
number of Msn2p/Msn4p-regulated proteins
which are up-regulated following diauxic shift,
respond to a reduction in cAMP levels.8 The
mechanism by which cAMP and protein kinase A
regulates the activities of Yap1p, Msn2p and
Msn4p is still not understood. For instance, does
protein kinase A directly phosphorylate these pro-
teins or is its role more indirect? In response to
menadione exposure, Hsf1p is phosphorylated at
several different sites, with phosphorylation
of Hsf1p correlating with Hsf-mediated induction
of CUP1 expression.90 Interestingly, the pattern of
phosphorylation is different from that induced by
heat-shock, suggesting that different kinases are
involved. The identity of the kinase(s) and signal
transduction pathway is not known.
CONCLUDING REMARKS

Our knowledge of the oxidative stress responses is
increasingly rapidly and, in the next few years,
major new insights into the regulatory networks
and signal transduction pathways regulating and
coordinating the stress regulons in S. cerevisiae will
be made. Also, the identification and characteriza-
tion of the regulatory proteins should allow inves-
tigators to address the question of the nature of the
inducing signal(s).
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Bartosz, G. (1996). Glutathione depletion in the
yeast Saccharomyces cerevisiae. Biochem. Mol.
Biol. Int. 38, 901–910.

36. Furst, P., Hu, S., Hackett, R. and Hamer, D.
(1988). Copper activates metallothionein gene tran-
scription by altering the conformation of a specific
DNA binding protein. Cell 55, 705–717.

37. Galiazzo, F., Schiesser, A. and Rotilio, G. (1987).
Glutathione peroxidase in yeast. Presence of the
enzymes and induction by oxidative conditions.
Biochem. Biophys. Res. Comm. 147, 1200–1205.

38. Gaz, Z. R. (1992). Cloning and sequencing of
a gene encoding yeast thioltransferase. Biochem.
Biophys. Res. Commun. 187, 949–955.

39. Goffeau, A., Barrell, B., Bussey, H., Davis, R. W.,
Dujon, B., Feldmann, H., Galibert, F., Hoheisel,
J. D., Jacq, C., Johnston, M., Louis, E. J., Mewes,
H. W., Murakami, Y., Philippsen, P., Tettelin, H.
and Oliver, S. G. (1996). Life with 6000 genes.
Science 274, 546–567.

40. Gounalaki, N. and Thireos, G. (1994). Yap1p, a
yeast transcriptional activator that mediates multi-
drug resistance, regulates the metabolic stress

response. EMBO J. 13, 4036–4041.

? 1998 John Wiley & Sons, Ltd.
41. Görner, W., Durchschlag, E., Martinez-Pastor,
M. T., Estruch F., Ammerer, G., Hamilton, B.,
Ruis, H. and Schüller, C. (1998). Nuclear localiza-
tion of the C2H2 zinc finger protein Msn2p is
regulated by stress and protein kinase A activity.
Genes Dev. 12, 586–597.

42. Guarente, L., Lalonde, B., Gifford, P. and Alani,
E. (1984). Distinctly regulated tandem upstream
activation sites mediate catabolite repression of the
CYC1 gene of S. cerevisiae. Cell 36, 503–511.

43. Guidot, D. M., McCord, J. M., Wright, R. M. and
Repine, J. E. (1993). Absence of electron transport
(Rho0 state) restores growth of a manganese-
superoxide dismutase-deficient Saccharomyces
cerevisiae in hyperoxia. J. Biol. Chem. 268, 26699–
26703.

44. Gralla, E. B., Thiele, D. J., Silar, P. and Valentine,
J. S. (1991). ACE1, a yeast copper-dependent tran-
scription factor, activates expression of the yeast
copper, zinc superoxide dismutase gene. Proc. Natl
Acad. Sci. USA 88, 8558–8562.

45. Gralla, E. B. and Valentine, J. S. (1991). Null
mutants of Saccharomyces cerevisiae Cu,Zn super-
oxide dismutase: characterization and spontaneous
mutation rates. J. Bacteriol. 173, 5918–5920.

46. Gralla, E. B. and Kosman, D. J. (1992). Molecular
genetics of superoxide dismutases in yeasts and
related fungi. Adv. Genet. 30, 251–319.

47. Grant, C. M., Collinson, L. P, Roe, J.-H. and
Dawes, I. W. (1996). Yeast glutathione reductase is
required for protection against oxidative stress and
is a target for yAP-1 transcriptional regulation.
Mol. Microbiol. 21, 171–179.

48. Grant, C. M., MacIver, F. H. and Dawes, I. W.
(1996). Stationary-phase induction of GLR1 ex-
pression is mediated by the yAP-1 transcriptional
regulatory protein in the yeast Saccharomyces
cerevisiae. Mol. Microbiol. 22, 739–746.

49. Grant, C. M., MacIver, F. H. and Dawes, I. W.
(1997). Glutathione synthetase is dispensible for
growth under both normal and oxidative stress
conditions in the yeast Saccharomyces cerevisiae
due to an accumulation of the dipeptide
ã-glutamylcysteine. Mol. Biol. Cell 8, 1699–1707.

50. Grant, C. M., MacIver, F. H. and Dawes, I. W.
(1997). Mitochondrial function is required for re-
sistance to oxidative stress in the yeast Saccharo-
myces cerevisiae. FEBS Lett. 410, 219–222.

51. Grey, M. and Brendel, M. (1994). Overexpression
of the SNQ3/YAP1 gene confers hyperresistance to
nitrosoguanidine in Saccharomyces cerevisiae via a
glutathione-independent mechanism. Curr. Genet.
25, 469–471.

52. Hamer, D. H. (1986). Metallothionein. Ann. Rev.
Biochem. 55, 913–951.

53. Harshman, K. D., Moye-Rowley, W. S. and

Parker, C. S. (1988). Transcriptional activation by

Yeast 14, 1511–1527 (1998)



1524 . . 
the SV40 AP-1 recognition element in yeast is
mediated by a factor similar to AP-1 that is distinct
from GCN4. Cell 53, 321–330.

54. Hartig, A. and Ruis, H. (1986). Nucleotide se-
quence of the Saccharomyces cerevisiae CTT1 gene
and deduced amino-acid sequence of yeast catalase
T. Eur. J. Biochem. 160, 487–490.

55. He, C. H., Masson, J.-Y. and Ramotar, D. (1996).
Functional mitochondria are essential for Saccha-
romyces cerevisiae cellular resistance to bleomycin.
Curr. Genet. 30, 279–283.

56. Heick, H. M. C., Graff, G. L. A. and Humpers,
J. E. C. (1972). The occurrence of ascorbic acid
among the yeasts. Can. J. Microbiol. 18, 597–600.

57. Hinnebusch, A. G. (1988). Novel mechanisms of
translational control in Saccharomyces cerevisiae.
Trends Genet. 4, 169–174.

58. Hirata, D., Yano, K. and Miyakawa, T. (1994).
Stress-induced transcriptional activation mediated
by YAP1 and YAP2 genes that encode the Jun
family of transcriptional activators in Saccharo-
myces cerevisiae. Mol. Gen. Genet. 242, 250–256.

59. Howlett, N. G. and Avery, S. V. (1997). Induction
of lipid peroxidation during heavy metal stress in
Saccharomyces cerevisiae and influence of plasma
membrane fatty acid unsaturation. Appl. Environ.
Microbiol. 63, 2971–2976.

60. Huh, W.-K., Kim, S.-T., Yang, K.-S., Seok, Y.-J.,
Hah, Y.-C. and Kang, S.-O. (1994). Characteris-
ation of D-arabinono-1,4-lactone oxidase from
Candida albicans ATCC 10231. Eur. J. Biochem.
225, 1073–1079.

61. Hussain, M. and Lenard, J. (1991). Characteris-
ation of PDR4, a Saccharomyces cerevisiae gene
that confers pleiotropic drug resistance in high-
copy number. Gene 101, 149–152.

62. Iida, H. (1988). Multistress resistance of Saccharo-
myces cerevisiae is generated by insertion of retro-
transposon Ty into the 5* coding region of the
adenylate cyclase gene. Mol. Cell. Biol. 8, 5555–
5560.

63. Inoue, Y., Kobayashi, S. and Kimura, A. (1993).
Cloning and phenotypic characterization of a gene
enhancing resistance against oxidative stress in
Saccharomyces cerevisiae. J. Ferment. Eng. 75,
327–331.

64. Izawa, S., Inoue, Y. and Kimura, A. (1995). Oxi-
dative stress response in yeast: effect of glutathione
on adaptation to hydrogen peroxide stress in Sac-
charomyces cerevisiae. FEBS Lett. 368, 73–76.

65. Izawa, S., Inoue, Y. and Kimura, A. (1996). Im-
portance of catalase in the adaptive response to
hydrogen peroxide: analysis of acatalasaemic Sac-
charomyces cerevisiae. Biochem. J. 320, 61–67.

66. Jamieson, D. J. (1992). Saccharomyces cerevisiae
has distinct adaptive responses to both hydrogen
peroxide and menadione. J. Bacteriol. 174, 6678–

6681.

? 1998 John Wiley & Sons, Ltd.
67. Jamieson, D. J., Rivers, S. L. and Stephen, D. W.
S. (1994). Analysis of Saccharomyces cerevisiae
proteins induced by peroxide and superoxide stress.
Microbiology 140, 3277–3283.

68. Juhnke, J., Krems, B., Kotter, P. and Entian,
K.-D. (1996). Mutants that show increased sensi-
tivity to hydrogen peroxide reveal an important
role for the pentose phosphate pathway in protec-
tion of yeast against oxidative stress. Mol. Gen.
Genet. 252, 456–464.

69. Jungmann, J., Reins, H.-A., Lee, J., Romeo, A. R.,
Kosman, D. and Jentsch, S. (1993). MAC1, a
nuclear regulatory protein related to Cu-dependent
transcription factors and is involved in Cu/Fe
utilization and stress resistance in yeast. EMBO J.
12, 5051–5056.

70. Kamizono, A., Nishizawa, M., Teranishi, Y.,
Murata, K. and Kimura, A. (1989). Identification
of a gene conferring resistance to zinc and cad-
mium in the yeast Saccharomyces cerevisiae. Mol.
Gen. Genet. 219, 161–167.

71. Kim, I. H., Kim, K. and Rhee, S. G. (1989).
Induction of an antioxidant protein of Saccharo-
myces cerevisiae by O2, Fe3+, or 2-mercapto-
ethanol. Proc. Natl Acad. Sci. USA 86, 6018–6022.

72. Kim, S.-T., Huh, W.-k., Kim, J.-Y., Huang, S.-W.
and Kang, S.-O. (1996). -arabinose dehydroge-
nase and biosynthesis of erythroascorbic acid in
Candida albicans. Biochim. Biophys. Acta 1297,
1–8.

73. Kistler, M., Summer, K. H. and Eckardt, F. (1986).
Isolation of glutathione-deficient mutants of the
yeast Saccharomyces cerevisiae. Mutation Res. 173,
117–120.

74. Kobayashi, N. and McEntee, K. (1993). Identifica-
tion of cis and trans components of a novel heat
shock stress regulatory pathway in Saccharomyces
cerevisiae. Mol. Cell. Biol. 13, 248–256.

75. Kobayashi, S., Miyabe, S., Izawa, S., Inoue, Y. and
Kimura, A. (1996). Correlation of the OSR/ZCR1
gene product and the intracellular glutathione
levels in Saccharomyces cerevisiae. Biotechnol.
Appl. Biochem. 23, 3–6.

76. Kondo, K. and Inouye, M. (1991). TPI1, a cold
shock-inducible gene of Saccharomyces cerevisiae.
J. Biol. Chem. 266, 17537–17544.

77. Kuge, S. and Jones, N. (1994). YPA1 dependent
activation of TRX2 is essential for the response of
Saccharomyces cerevisiae to oxidative stress by
hydroperoxides. EMBO J. 13(3), 655–664.

78. Kuge, S., Jones, N. and Nomoto, A. (1997). Regu-
lation of yAP-1 nuclear localization in response to
oxidative stress. EMBO J. 16, 1710–1720.

79. Krems, B., Charizanis, C. and Entian, K.-D.
(1995). Mutants of Saccharomyces cerevisiae sensi-
tive to oxidative and osmotic stress. Curr. Genet.

27, 427–434.

Yeast 14, 1511–1527 (1998)



1525    
80. Krems, B., Chariznis, C. and Entian, K. D. (1996).
The response regulator-like protein Pos9/Skn7 of
Saccharomyces cerevisiae is involved in oxidative
stress resistance. Curr. Genet. 29, 327–334.

81. Kwon, S.-J., Park, J.-W., Choi, W.-K., Kim, I. H.
and Kin, K. (1994). Inhibition of metal-catalysed
oxidation systems by a yeast protector protein in
the presence of thioredoxin. Biochem. Biophys. Res.
Commun. 201, 8–15.

82. Lapinskas, P. A., Cunningham, K. W., Liu, X. F.,
Fink, G. F. and Culotta, V. C. (1995). Mutations in
PMR1 suppress oxidative damage in yeast cells
lacking superoxide dismutase. Mol. Cell. Biol. 15,
1382–1388.

83. Lee, J., Romeo, A. and Kosman, D. J. (1996).
Transcriptional remodeling and G1 arrest in dioxy-
gen stress in Saccharomyces cerevisiae. J. Biol.
Chem. 271, 24885–24893.

84. Levine, R. J., Mosoni, L., Berlett, B. S. and
Stadtman, E. R. (1996). Methionine residues as
endogenous antioxidants in proteins. Proc. Natl
Acad. Sci. USA 93, 15036–15040.

85. Lewis, J. G., Learmonth, R. P., Attfield, P. V. and
Watson, K. (1997). Stress co-tolerance and treha-
lose content in baking strains of Saccharomyces
cerevisiae. J. Ind. Microbiol. Biotech. 18, 30–36.

86. Li, Z.-S., Lu, Y.-P., Zhen, R.-G., Szczypka, M.,
Thiele, D. J. and Rea, P. A. (1997). A new pathway
for vacuolar cadmium sequestrian in Saccharomy-
ces cerevisiae: YCF1-catalyzed transport of bis(glu-
tathionato)cadmium. Proc. Natl Acad. Sci USA 94,
42–47.

87. Lin, S.-J. and Culotta, V. C. (1995). The ATX1
gene of Saccharomyces cerevisiae encodes a small
metal homeostasis factor that protects cells against
reactive oxygen toxicity. Proc. Natl Acad. Sci. USA
92, 3784–3788.

88. Liu, X. F., Elashvili, I., Gralla, E. B., Silverstone,
J., Lapinskas, P. and Culotta, V. C. (1992). Yeast
lacking superoxide dismutase. J. Biol. Chem. 267,
18298–18302.

89. Liu, X. F. and Culotta, V. C. (1994). The require-
ment for yeast superoxide dismutase is bypassed
through mutations in BSD2, a novel metal home-
ostasis gene. Mol. Cell. Biol. 14, 7037–7045.

90. Liu, X.-D. and Thiele, D. J. (1996). Oxidative
stress induces heat shock factor phosphorylation
and HSF-dependent activation of yeast metal-
lothionein gene transcription. Genes Dev. 10, 592–
603.

91. Liu, X. F., Supek, F., Nelson, N. and Culotta,
V. C. (1997. Negative control of heavy metal
uptake by the Saccharomyces cerevisiae BSD2
gene. J. Biol. Chem. 272, 11763–11769.

92. Lisowsky, T. (1993). A high copy number of yeast
ã-glutamylcysteine synthetase suppresses a nuclear
mutation affecting mitochondrial translation. Curr.

Genet. 23, 408–413.

? 1998 John Wiley & Sons, Ltd.
93. Longo, V. D., Gralla, E. B. and Valentine, J. S.
(1996). Superoxide dismutase activity is essential
for stationary phase survival in Saccharomyces
cerevisiae. J. Biol. Chem. 271, 12275–12280.

94. Luikenhuis, S., Perrone, G., Dawes, I. W. and
Grant, C. M. (1998). The yeast Saccharomyces
cerevisiae contains two glutaredoxin genes that are
required for protection against reactive oxygen
species. Mol. Biol. Cell 9, 1081–1091.

95. Machado, A. K., Morgan, B. A. and Merrill, G. F.
(1997). Thioredoxin reductase-dependent inhibi-
tion of MCB cell cycle box activity in Saccharomy-
ces cerevisiae. J. Biol. Chem. 272, 117045–17054.

96. Mager, W. H. and Moradas-Ferreira, P. (1993).
Stress response of yeast. Biochem. J. 290, 1–13.

97. Mai, B. and Breeden, L. (1997). Xbp1, a stress-
induced transcriptional repressor of the Saccharo-
myces cerevisiae Swi4/Mbp1 family. Mol. Cell.
Biol. 17, 6491–6501.

98. Marchler, G., Schüller, C., Adam, G. and Ruis, H.
(1993). A Saccharomyces cerevisiae UAS element
controlled by protein kinase A activates transcrip-
tion in response to a variety of stress conditions.
EMBO J. 12, 1997–2003.

99. Martinez-Pastor, M. T., Marchler, G., Schüller, C.,
Marchler-Bauer, A., Ruis, H. and Estruch, F.
(1996). The Saccharomyces cerevisiae zinc finger
proteins Msn1p and Msn4p are required for tran-
scriptional induction through the stress-response
element (STRE). EMBO J. 15, 2227–2235.

100. Masson, J.-Y. and Ramotar, D. (1996). The Sac-
charomyces cerevisiae IMP2 gene encodes a tran-
scriptional activator that mediates protection
against DNA damage caused by bleomycin and
other oxidants . Mol. Cell. Biol. 16, 2091–2100.

101. Masson, J. Y. and Ramotar, D. (1998). The tran-
scriptional activator Imp2p maintains ion homeo-
stasis in Saccharomyces cerevisiae. Genetics 149,
893–901.

102. Mehdi, K. and Penninckx, M. J. (1997). An
important role for glutathione and ã-
glutamyltranspeptidase in the supply of growth
requirements during nitrogen starvation of the
yeast Saccharomyces cerevisiae. Microbiology 143,
1885–1889.

103. Meister, A. (1988). Glutathione metabolism and its
selective modification. J. Biol. Chem. 263, 17205–
17208.

104. Mewes, H. W., Albermann, K., Bähr, M.,
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153. Zadiński, R., Fortuniak, A., Biliński, T., Grey, M.
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