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ABSTRACT A spontaneous mutator strain of Escherichia
coli (fpg mutY) was used to clone the OGGI gene of Saccha-
romyces cerevisiae, which encodes a DNA glycosylase activity
that excises 7,8-dihydro-8-oxoguanine (8-Oxo0G). E. coli (fpg
mutY) was transformed by a yeast DNA library, and clones that
showed a reduced spontaneous mutagenesis were selected. The
antimutator activity was associated with pYSB10, an 11-kbp
recombinant plasmid. Cell-free extracts of E. coli (fpg mutY)
harboring pYSB10 possess an enzymatic activity that cleaves
a 34-mer oligonucleotide containing a single 8-0x0G opposite
a cytosine (8-Oxo0G/C). The yeast DNA fragment of 1.7 kbp
that suppresses spontaneous mutagenesis and overproduces
the 8-Ox0G/C cleavage activity was sequenced and mapped to
chromosome XIII. DNA sequencing identified an open reading
frame, designated OGG1, which encodes a protein of 376
amino acids with a molecular mass of 43 kDa. The OGGI gene
was inserted in plasmid pUC19, yielding pYSB110. E. coli (fpg)
harboring pYSB110 was used to purify the Oggl protein of S.
cerevisiae to apparent homogeneity. The Oggl protein pos-
sesses a DNA glycosylase activity that releases 8-OxoG and
2,6-diamino-4-hydroxy-5-N-methylformamidopyrimidine. The
Oggl protein preferentially incises DNA that contains 8-OxoG
opposite cytosine (8-OxoG/C) or thymine (8-Ox0G/T). In con-
trast, Oggl protein does not incise the duplex where an adenine
is placed opposite 8-OxoG (8-Ox0G/A). The mechanism of
strand cleavage by Oggl protein is probably due to the excision
of 8-OxoG followed by a B-elimination at the resulting
apurinic/apyrimidinic site.

Reactive oxygen species formed in cells as by-products of
aerobic metabolism or during oxidative stress have been
suggested to play a role in biological processes such as mu-
tagenesis, carcinogenesis, and aging (1, 2). Hydroxyl radical
(OH) and singlet oxygen (10O,) are highly reactive and produce
complex patterns of DNA modifications (3, 4). Several lines of
evidence suggest that an oxidatively damaged form of guanine,
7,8-dihydro-8-oxoguanine (8-OxoG), is highly mutagenic in
vitro and in vivo (5, 6). Escherichia coli possesses two DNA
glycosylase activities that prevent spontaneous mutagenesis by
8-Ox0G: the Fpg protein, which excises 8-OxoG residues in
DNA (4, 7-9), and the MutY protein, which excises the
adenine residues incorporated opposite 8-OxoG (7, 10, 11).
The Fpg protein also releases imidazole ring-opened purines
such as 2,6-diamino-4-hydroxy-5-N-methylformamidopyrimi-
dine (Fapy) (9). Inactivation of both the fpg (mutM) and the
mutY (micA) genes of E. coli results in a strong GC — TA
spontaneous mutator phenotype (7, 12, 13). These results in E.
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coli strongly suggest that endogeneous oxidative stress is a
major cause of DNA damage and that excision of 8-OxoG in
DNA contributes to the maintenance of genetic stability.
Enzyme activities that repair oxidized bases in DNA have been
partially purified from the yeast Saccharomyces cerevisiae (14,
15), but genes coding for these DNA repair activities have not
yet been identified.

In this work, we report the cloning and sequencing of the
OGG] gene from S. cerevisiae. Expression of OGGI partially
suppresses spontaneous mutagenesis of the E. coli (fpg mutY)
mutant. The OGGI gene codes for a 43-kDa protein, which
was purified to apparent homogeneity and shown to release
both 8-OxoG and Fapy residues from DNA. These results
suggest that OGG1 is a functional eukaryotic homologue of the
bacterial fpg gene.

MATERIALS AND METHODS

Bacterial Strains, Enzymes, and Yeast Genomic DNA Li-
brary. E. coli K12 strains used are CC104 [ara, A(gpt-lac)s,
rpsL/F' (laclszs, lacZ461, proA*B*)] (16), BH1190 [same as
CC104 but fpg::KanR (fpg), micA (mutY)::KanR, rec4::Cm~R;
KanR = kanamycin resistance and CmR = chloramphenicol
resistance] (refs. 17 and 18 and this study), JM105 [supE, endA,
sbcB15, hsdR4, rpsL, thi, A(lac-proAB)/F’ (traD36, proA*B~,
lach4, lacZ AM15)], and BH410 (same as JM105 but fpg) (19).
The S. cerevisiae library was prepared by inserting the product
of a partial Sau3A digest of chromosomal DNA from the
wild-type strain FL100 in the BamHI site of pFL44L (20, 21).
Homogeneous Fpg protein of E. coli was purified from an
overproducing strain as described (22).

Selection for Antimutators. Mutator strain BH1190 (fpg
mutY) was transformed by 200 ng of the yeast genomic DNA
library using electroporation. The transformation mixture was
plated onto M9 minimal medium containing glucose (2%),
phenyl B-D-galactoside (500 pg/ml), 5-bromo-4-chloro-3-
indolyl B-D-galactoside (40 pg/ml), and ampicillin (100 ug/
ml) at a density of 200-500 colonies per plate. After 4—6 days
at 37°C, colonies with three or less blue papillae were selected
and individually grown overnight at 37°C in 2 ml of Luria-
Bertani (LB) broth medium containing ampicillin (100 pg/
ml). The resulting cultures were analyzed for the generation of

Abbreviations: 8-OxoG, 7,8-dihydro-8-oxoguanine; Fapy, 2,6-diamino-4-

hydroxy-5-N-methylformamidopyrimidine; RifR, rifampicin resistant;

AP, apurinic/apyrimidinic; MB-light DNA, DNA exposed to methylene

blue plus visible light.
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rifampicin-resistant (Rif®) mutants after plating on LB broth
plates containing ampicillin (100 pg/ml) and rifampicin (100
pg/ml).

DNA Manipulations. The sequence of the OGGI gene was
determined after subcloning of restriction fragments into
M13mp18 and M13mpl9 vectors. Both strands were se-
quenced using single-stranded templates by the dideoxy chain-
termination method with T7 DNA polymerase (Sequenase).
Restriction enzymes, DNA ligase, and DNA polymerases were
from commercial sources and used as recommended by man-
ufacturers. Homology searches were performed using the
BLAST network service at the National Center for Biotech-
nology.

Assay for the Repair of 8-Ox0G. The 34-mer oligonucleo-
tides containing a single 8-OxoG or a G residue at position 16
were synthesized as described (23). The sequences used in this
study are the following:

Oligol:
5'-GGCTTCATCGTTATT( W)ATGACCT GGTGGATACCG-5'*
Oligo2:

5'-GGCTTCATCGTTATT(G)ATGACCT GGTGGATACCG-5*

Complementary sequences with C, T, G, or A opposite
8-Ox0G were also synthesized. The nucleotide at the 3’ end of
these 34-mer oligonucleotides was inverted, yielding a 5'-
(N)33-3’-P-3’-N-5'* sequence (24). Both ends of these 34-mers
were 32P-labeled by T4 polynucleotide kinase and [y->*P]ATP
(3000 Ci/mmol; 1 Ci = 37 GBq Amersham) (24, 25). The
32p-labeled 8-Ox0G-containing strand was annealed with a
complementary sequence at a 1:1.5 molar ratio. The assay
mixture (25 ul final volume) contained 25 mM Tris*HCI (pH
7.6), 50 mM KCI, 5 mM Na,EDTA, 50 fmol of 3?P-labeled
duplex, and 1-5 ul of cell-free extract (26) or column fraction.
The products of the reaction were analyzed by 20% PAGE
containing 7 M urea (25).

Assay for the 8-OxoG DNA Glycosylase Activity. To gener-
ate 8-OxoG residues, calf thymus DNA was exposed to meth-
ylene blue plus visible light (MB-light DNA) as described (4).
The reaction mixture (50 ul final volume) contained 25 mM
Tris'HCl (pH 7.6), 2 mM Na,EDTA, 50 mM KCl, 5 ug of
MB-light DNA, and 1-10 ul of column fraction. The assay
mixture was incubated at 37°C for 30 min. Aliquots of the
enzyme reaction were analyzed by HPLC with electrochemical
detection by using a C;s pBondapak column (Waters). The
column was coupled to a Waters model 460 electrochemical
detector set at a potential of +700 mV for the detection of
8-0x0G. The column was eluted with 50 mM citrate buffer (pH
4.5) containing 5% methanol at a flow rate of 1 ml/min.
Authentic 8-OxoG (Chemical Dynamics) and guanine marker
molecules were eluted at 8.9 min and 7.5 min, respectively.

Assay for the Fapy DNA Glycosylase Activity. The activity
was measured using [*H]Fapy-poly(dG-dC) as substrate as
described (22).

Purification of the Oggl Protein. LB broth medium (10
liters) containing ampicillin (50 p.g/ml) was inoculated with 50
ml of an overnight culture of E. coli BH410 (fpg) hosting the
pYSB110 plasmid. The cells were grown at 37°C until ODggo
= 1.0 and supplemented with 0.5 mM isopropyl B-D-
thiogalactopyranoside and incubated for 4 hr at 37°C. The cells
(21 g) were lysed in buffer A (25 mM Tris-HCI, pH 7.6/2 mM
Na,EDTA/5% glycerol/1 mM phenylmethylsulfonyl fluoride)
containing 300 mM NaCl and lysozyme (Sigma) at 1 mg/ml.
The lysate was centrifuged at 30,000 rpm (130,000 g) for 45 min
at 2°C. The supernatant was the crude extract fraction. The
purification procedure of the Oggl protein includes a QMA
anion-exchange column (Waters-ACELL) equilibrated with
buffer A containing 300 mM NaCl to separate nucleic acids
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Table 1. Spontaneous mutagenesis of the E. coli (fpg mutY)
mutant expressing the OGG]I gene of the yeast S. cerevisiae
from plasmid pYSB10

Bacterial strain Plasmid RifR/10° Lac*/10°
CC104 (wild type) PFL10 10 2
BH1190 (fpg mutY) pFL10 10,400 11,934
BH1190 (fpg mutY) pYSB10 880 985

E. coli strain CC104 possesses an altered lacZ gene, which can only
revert to wild type via a GC — TA transversion event (16). Plasmid
pFL10 is a random plasmid from the genomic yeast library in pFL44L.
Ten independent overnight cultures of E. coli CC104 (wild type) or
BH1190 (fpg mutY) transformed with either pFL10 or pYSB10 were
analyzed for RifR and Lac* mutation events. Aliquots were plated on
LB agar containing ampicillin (100 pg/ml) and rifampicin (100 ug/ml)
or on minimal glucose or minimal lactose plates containing ampicillin
(100 pg/ml).

from proteins. The Oggl protein was further purified by
Phospho-Ultrogel cation exchange (IBF-LKB), AcAS54 gel
filtration (IBF-LKB), phenyl-Sepharose CL-4B (Pharmacia),
DNA cellulose (Sigma), and FPLC cationic Mono S HR 5/5
(Pharmacia) chromatography (22).

RESULTS

Isolation of a Yeast Gene That Suppresses the Spontaneous
Mutagenesis of the E. coli BH1190 (fpg mutY) Mutant. The aim

o
-
o
7]
>
(=%
~
o
o
-
i
¥
)

BH1190/pFL10
Fpg protein

Control

<« 34-mer

Fig. 1. Cleavage of the 8-OxoG/C duplex by crude extracts of E.
coli BH1190 (fpg mutY) hosting pFL10 or pYSB10 plasmid. The
8-Ox0G/C duplex 50 fmol was incubated either with 2 ng of purified
Fpg protein or with BH1190 cell-free extracts (30 ug of protein). The
two extremities of the 8-OxoG-containing strand are 3?P-labeled and
consequently two labeled oligonucleotides are generated after cleav-
age. The products of the reaction were analyzed by denaturing 20%
PAGE containing 7 M urea. PPRD1 is the 3’ oligonucleotide (5'-P-
(N17)-3'-P-3'-N-[32P]-5') and PPRD?2 is the 5’ oligonucleotide (5'-
[32P]-(N15)-3'-P) generated by chemical cleavage of the 34-mer oligo-
nucleotide at 8-OxoG by 1 M piperidine at 90°C for 30 min or by the
E. coli Fpg protein. The P3 product is probably PPRD2 with a
deoxyribose residue attached at its 3’ end.
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of this work was to isolate yeast genes that encode enzymes
implicated in the repair of 8-OxoG in DNA. The cloning
strategy relied on the ability of yeast DNA fragments cloned
in a plasmid vector to suppress spontaneous GC — TA
mutagenesis of the E. coli strain BH1190 (fpg mutY) (Table 1).
The spontaneous mutator character of BH1190 (fpg mutY) is
visualized by the formation of numerous blue papillae growing
on bacterial colonies plated on indicator plates containing a
combination of B-galactosides (27). A yeast genomic library
cloned into pFL44L vector was introduced into BH1190 (fpg
mutY), and 30,000 transformants were analyzed. Bacterial
clones that exhibited a reduced number of blue papillae were
selected and individually analyzed for spontaneous formation
of RifR and Lac* mutants in liquid culture. The two clones that
were finally selected both contained the same 11-kbp recom-
binant plasmid, pYSB10. Table 1 shows that pYSB10 partially
suppresses the spontaneous mutagenesis of BH1190 (fpg
mutY), since the formation of either RifR or Lac™ revertants
was reduced ~10-fold compared to the same strain hosting a
control plasmid.

The Cloned Yeast Gene Encodes an Enzyme That Cleaves
DNA Containing 8-Ox0G. The suppression of the spontaneous
mutagenesis could be either due to the expression of a gene
product that inactivates endogeneous reactive oxygen species
or due to the expression of a DNA repair enzyme. Thus, we
have measured the capacity of crude extracts of BH1190 (fpg
mutY) hosting the pYSB10 plasmid to cleave a 34-mer double-
stranded DNA fragment that contains a single 8-OxoG placed
opposite a cytosine (8-OxoG/C). Fig. 1 shows that crude
extracts of BH1190 hosting the control plasmid pFL10 do not
incise the 8-OxoG/C duplex. In contrast, crude extracts of
BH1190 hosting pYSB10 possess an activity that nicks the
8-Ox0G/C duplex, yielding three major bands on the autora-
diograph (Fig. 1). Two of the three products comigrate with
the products generated by the Fpg protein of E. coli that
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cleaves DNA at 8-OxoG (Fig. 1). These results strongly suggest
that the yeast DNA insert cloned in pYSB10 contains a gene
that codes for a DNA repair protein that incises DNA at
8-0x0G residues. We named this yeast gene OGG1 for 8-Oxo-
Guanine DNA Glycosylase.

The OGGI Gene Codes for a 43-kDa Protein and Maps to
Chromosome XIII. A restriction map of the 5-kbp yeast DNA
insert cloned in pYSB10 was used to make a series of subclones
to localize the OGGI gene (Fig. 2). The subclones were tested
for their ability to produce the 8-OxoG/C nicking activity and
to suppress spontaneous mutagenesis of the BH1190 (fpg
mutY) mutant. Plasmid pYSB110 was the shortest subclone
retaining both biological and biochemical activity (Fig. 2).
Deletion of the 100-bp Xho I-Xho I fragment, yielding plasmid
pYSB120, abolished both the nicking and the complementa-
tion activities (Fig. 2). These data localized the OGGI gene
within a 1.7-kbp EcoRI-Nsp 1 fragment. When this 1.7-kbp
DNA fragment was inverted with respect to the lacZ promoter,
the enzyme activity was greatly reduced, which suggests that
the transcription of the OGGI gene is driven from the lacZ
promoter in pYSB10 and pYSB110 (Fig. 2).

The sequence of the 1.7-kbp EcoRI-Nsp 1 yeast DNA
fragment that contained the OGGI gene was determined on
both strands (Fig. 3). This DNA sequence contains an open
reading frame with the potential to encode a protein of 376
amino acid residues with a calculated molecular mass of 42,781
Da and an isoelectric point of 8.83. Comparison of the DNA
sequence of the OGGI region with sequences in the GenBank
data base revealed that OGG] is adjacent to the PIFI gene
(28). While this work was in progress, the systematic yeast
genome sequencing project submitted to the European Mo-
lecular Biology Laboratory data base a fragment of chromo-
some XIII that contains the OGGI gene (accession number
Z46729). Fig. 2 shows that the OGGI and PIFI genes are
divergently transcribed; their respective translational start
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FiG. 2. Restriction map and subcloning of the yeast DNA fragment that contains the OGGI gene. Experiment a: complementation of the
spontaneous mutagenesis of the BH1190 E. coli (fpg mutY) mutant. Experiment b: overproduction of an enzyme activity that cleaves the 8-Ox0G/C
duplex in BH1190 cell-free extracts. Specific activities are reported (units/mg). One unit cleaves 1 pmol of 8-OxoG/C in 15 min at 37°C. The black
bar shows the OGG! gene, and the hatched bar shows the PIFI gene. Restriction sites: E, EcoRI; S, Sacl; X, Xho I; N, Nsp I, K, Kpn 1; H, Hind1Il.
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TCATAGAAAACGATAGTTTGGCGTGCGATACGTTTTTGAGTAAAAGAAAACTGTTGAAA
CTACAGATAAATGGCCTTCTTGGTATAATATGATTCAATGTTGATCTTATCCACTTTGGCATGTAAAATTGATTGATACA
AGTAAGCTAATCGCTCAATGGATAATATTACAARATAAAAATATCGAGGCAATACCAGTATTTCAATGTCTGGCCAAATAA
ATAGTTTAGTACAGCAATTTGATTAACGTTAAAGTTACTCTCCTCTTTGAATAATGTCGTGGTTAAAAAGTAAAGTATTT
GTTTATACATTAAGTGAAGAAAATTAAGACGCGCCTTTCTTAATGTAACGCCAAAAATTTTTAAGAGATGAGCTGAACAG
CATCACAAAACTACTATTTCCAGCGGAAGAAGGCATTTGAAGCGTCCTGATTCATAATTGCGATTTTATTTATCAACCAG -1
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Fic. 3. Nucleotide sequence of the OGGI gene of S. cerevisiae. The nucleotide sequence between Nsp I (—347) and EcoRI (+1392) restriction
sites was determined on both strands. The bipartite nuclear localization sequence is underlined.

codons are separated by 339 bp. Southern blotting analysis
confirms that OGG1 and PIF1 genes are adjacent (data not
shown). Analysis of the predicted amino acid sequence of the
Oggl protein showed no obvious structural motifs and no
significant homology to protein sequences present in the
National Biomedical Research Foundation/Protein Identifi-
cation Resource data base. The Oggl protein, however, shows
a bipartite nuclear localization sequence at residues 341-362
[KKRK-X;,-KQMKL] (Fig. 3). The carboxyl-terminal part of
the protein is rich in basic residues as demonstrated by a
calculated isoelectric point of 10 for the last 125 amino acids
of the Oggl protein.

Purification and Substrate Specificity of the Oggl Protein.
The Oggl protein was purified by taking advantage of the

overproduction in BH410 (fpg) cells hosting the pYSB110
plasmid (Fig. 2). The cleavage of the 8-OxoG/C duplex was
used as an activity assay during the Oggl purification proce-
dure. Strain BH410 possesses a disrupted chromosomal fpg
gene, and crude extracts of this mutant have no detectable
8-0x0G/C cleavage activity using our assay conditions. The
Oggl protein was purified to apparent homogeneity as indi-
cated by a single band on SDS/PAGE with an apparent
molecular mass of 43 kDa, which is consistent with the 42.7
kDa predicted from the nucleotide sequence of the OGG1
gene (data not shown). To elucidate the mechanism of 8-OxoG
repair, calf thymus DNA containing 8-OxoG was incubated
with purified Oggl protein, and the products of the reaction
were analyzed using HPLC with electrochemical detection (8).
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Fic. 4. HPLC with electrochemical detection analysis of products
released by the Oggl protein from MB-light-treated DNA. Five
micrograms of MB-light DNA was incubated with 20 ng of Oggl
protein for 30 min at 37°C, and aliquots of the reaction products were
analyzed. Trace a, standard 8-OxoG (1 pmol); trace b, aliquot of the
reaction mixture containing the Oggl protein and MB-light DNA;
trace c, aliquot of the reaction mixture containing heat-inactivated
Oggl protein and MB-light DNA; trace d, coinjection of samples used
in traces a and b. EC, electrochemical.

Fig. 4 shows that the Oggl protein releases a product that
coelutes with the 8-OxoG marker molecule. This product was
not observed when 8-OxoG-containing DNA was incubated in
the presence of heat-inactivated Oggl protein (Fig. 4). These
results show that the Oggl protein acts as a DNA glycosylase
that releases 8-OxoG as a free base. The ability of the Oggl
protein to excise Fapy residues was also analyzed. The results
show that Oggl protein releases free Fapy residues from
[*H]Fapy-poly(dG-dC) substrate. A comparison of the DNA
glycosylase activities of the Fpg protein of E. coli and of the
Oggl protein reported in Table 2 shows that Oggl protein
repairs 8-OxoG 12-fold faster than Fapy.

The capacity of the Oggl protein to repair various mismatches
was analyzed using 34-mer DNA duplexes that contain an
8-Ox0G or a G residue placed opposite each of the four DNA
bases. Fig. 5 shows that 8-Ox0G/C and 8-OxoG/T duplexes are
readily incised by the Oggl protein. In contrast, the 8-OxoG/G
duplex is slowly incised and the 8-OxoG/A duplex is not incised
at a detectable rate (Fig. 5). Control experiments show that the
Ogg1 protein does not incise duplexes containing G/A, G/T, or
G/G mismatches (Fig. 5). Comparison of the oligonucleotide
products generated by the Oggl protein of S. cerevisiae and the
Fpg protein of E. coli shows that the two proteins generate the
same 3’-oligonucleotide product (PPRD1) but different 5'-

Table 2. Comparison of the 8-OxoG and Fapy DNA glycosylase
activities of the Fpg protein of E. coli and of the Oggl protein
of S. cerevisiae

8-OxoG DNA Fapy DNA

glycosylase, glycosylase,
Protein kilounits/mg kilounits/mg Ratio*
Fpg 30.2 29.3 1.03
Oggl 14.6 1.2 12.20

8-Ox0G and Fapy DNA glycosylase activities were measured using
MB-light-treated calf thymus DNA and [*H]Fapy-poly(dG-dC) as
substrate, respectively. One unit releases 1 pmol of 8-OxoG or Fapy in
5 min at 37°C.
*8-Ox0G DNA glycosylase activity/Fapy DNA glycosylase activity.
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FiG. 5. Cleavage of DNA duplexes containing a single 8-OxoG
mismatched with one of the four DNA bases by the Ogg1 protein. The
34-mer oligonucleotide sequences used are reported in Materials and
Methods. The 8-OxoG or the Gie-containing strand was 32P-labeled
and annealed with one of the four possible complementary sequences.
The 32P-labeled DNA duplexes were incubated with 5 ng of the Oggl
protein of S. cerevisiae or 1 ng of Fpg protein of E. coli. (Left) Cleavage
of the various duplexes by the Oggl protein of S. cerevisiae. (Right)
Comparison of the products generated by the Oggl protein of S.
cerevisiae and the Fpg protein of E. coli. The analysis of the products
was as described in the legend of Fig. 1.

oligonucleotide products (P3 or PPRD?2) (Fig. 5). Postincubation
of enzyme assays in the presence of an excess of endonuclease I1I,
which nicks DNA at apurinic/apyrimidinic (AP) sites, does not
enhance strand cleavage (data not shown). These results strongly
suggest that the cleavage of the DNA duplex results from the
removal of 8-OxoG and the incision at the AP site; both reactions
are catalyzed by the Ogg1 protein. The cleavage pattern at the AP
site is consistent with an enzyme cleaving DNA at the 3’ side of
an AP site through a B-elimination reaction (29).

DISCUSSION

In the yeast S. cerevisiae, several genes involved in base excision
repair such as UNGI, MAG, and APNI have recently been
cloned (30-33). Here we report the cloning of the OGGI gene
of S. cerevisiae, which encodes a DNA glycosylase activity that
excises 8-OxoG and Fapy residues from DNA. The OGG1 gene
is localized on chromosome XIII immediately upstream and
divergently transcribed from the PIF1 gene, which encodes a
protein endowed with a DNA helicase activity (28).

Our work shows that the OGGI gene of S. cerevisiae codes
for a protein of 376 amino acids, the Oggl protein, which has
been purified to apparent homogeneity. The Oggl protein
repairs 8-OxoG when paired with pyrimidines. In contrast, the
8-0x0G/G duplex is slowly repaired, and the 8-OxoG/A
duplex is not repaired at a detectable rate. The Oggl protein
is endowed with an activity that nicks DNA at AP sites,
probably via a B-elimination mechanism. Taken together, these
results suggest that OGG] is an eukaryotic functional analogue of
the fpg gene of E. coli (12, 26). However, the enzymatic properties
of the two proteins display some differences. Whereas Fpg carries
out a B-elimination followed by a 8-elimination, leaving a mono-
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nucleoside gap, the Oggl reaction seems to yield a nick at the
apurinic site as the final product, P3 (Figs. 1 and 5). The Fpg
protein of E. coli releases 8-OxoG and Fapy at similar rates,
whereas the Oggl protein releases 8-OxoG 12-fold faster than the
Fapy lesion. Comparison of the amino acid sequence of the Oggl
protein and of the Fpg protein does not reveal an obvious
conserved region (12). Both, the PELPEVE sequence at the
amino-terminal ends and the zinc finger-structure at the carboxy-
terminal ends of bacterial Fpg proteins are absent in the Oggl
protein, whereas they are highly conserved in bacteria (12).

We previously purified a Fapy DNA glycosylase activity
from S. cerevisiae with approximately the same molecular mass
as the Oggl protein (15). However, the substrate specificity of
the yeast Fapy DNA glycosylase is different from that of the
Oggl protein. The yeast Fapy DNA glycosylase cleaves most
efficiently the 8-OxoG/G duplex, whereas the Oggl protein
cleaves most efficiently the 8-OxoG/C duplex. The yeast Fapy
DNA glycosylase acts preferentially at Fapy residues, and the
Oggl protein acts preferentially at 8-OxoG residues. Finally,
the yeast Fapy DNA glycosylase activity is strongly inhibited at
100 mM KCl, and the Ogg1 protein is activated at 100 mM KCl.
These differences suggest that S. cerevisize possesses two
enzyme activities to release Fapy and 8-OxoG from DNA.
However, we cannot exclude the possibility that these two
activities are two forms of the same gene product. A recent
report has suggested that human cells possess two enzymes that
repair 8-OxoG (34). The definitive answer to this question
awaits the analysis of enzyme activities that repair 8-OxoG and
Fapy in Oggl mutants of S. cerevisiae.

Oxidative stress has been associated with major degenera-
tive syndromes in man including cancer and aging (1, 2).
However demonstration of the deleterious action of endoge-
neous reactive oxygen species in eukaryotes remains unclear.
This is mostly due to the lack of mutants that are specifically
defective in the repair of oxidized bases in DNA. Therefore,
the cloning of the OGGI gene of S. cerevisiae is an important
step toward understanding the biological impact of oxidative
stress in eukaryotes.
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