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Abstract
Brain tissues from Alzheimer’s Disease (AD) patients show increased levels of oxidative DNA
damage and 7,8-dihydro-8-oxoguanine (8-oxoG) accumulation. In humans, the base excision
repair protein 8-oxoguanine-DNA glycosylase (OGG1) is the major enzyme that recognizes and
excises the mutagenic DNA base lesion 8-oxoG. Recently, two polymorphisms of OGG1, A53T
and A288V, have been identified in brain tissues of AD patients, but little is known about how
these polymorphisms may contribute to AD. We characterized the A53T and A288V polymorphic
variants and detected a significant reduction in the catalytic activity for both proteins in vitro and
in cells. Additionally, the A53T polymorphism has decreased substrate binding, while the A288V
polymorphism has reduced AP lyase activity. Both variants have decreased binding to known
OGG1 binding partners PARP-1 and XRCC1. We found that OGG1−/− cells expressing A53T
and A288V OGG1 were significantly more sensitive to DNA damage and had significantly
decreased survival. Our results provide both biochemical and cellular evidence that A53T and
A288V polymorphic proteins have deficiencies in catalytic and protein binding activities that
could be related to the increase in oxidative damage to DNA found in AD brains.
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Introduction
Alzheimer’s Disease (AD) is the most common form of dementia in adults. Currently, AD
affects more than 35 million individuals worldwide and this number is expected to double
every 20 years [1]. Approximately 5% of AD cases are early-onset caused by mutations in
known genes including APP, PSEN1, or PSEN2 [2–6]. The role of genetics in the remaining
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cases is unclear, but it is proposed that these cases of AD may arise from accrual of
spontaneous mutations. One hypothesis to explain these mutations proposes they are
produced as a consequence of oxidative stress [7].
Cells are in a state of oxidative stress when more reactive oxygen species (ROS) are
produced than the antioxidant mechanisms in place can overcome. ROS are chemically
active molecules formed in the body as a consequence of normal cellular metabolism, as
well as from environmental sources, such as ionizing radiation and UV light. There are a
number of reasons that the brain is particularly susceptible to oxidative stress including: 1)
more exposure to oxygen (accounting for only 2% of body weight, but for 20% of oxygen
consumption), thus creating more opportunities for production of oxygen radicals [8]; 2)
neuronal membrane lipids are enriched for polyunsaturated fatty acids which are easily
oxidizable [8, 9]; 3) neurotransmitter metabolism produces ROS [10]; 4) neurons are postmitotic, and thus do not proceed through the cell cycle where repair of damage by oxidants
would occur; 5) increased iron levels are found in brain tissues of AD patients and can result
in the transfer of a valence electron which produces ROS, [11, 12]; and 6) low levels of
antioxidant enzymes have been detected in brain tissues [8]. It has also been shown that
oxidative DNA damage is one of the earliest detectable events in AD pathogenesis [13].
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ROS can interact with DNA to induce many types of DNA damage, including the mutagenic
base lesion 7,8-dihydro-8-oxoguanine (8-oxoG). It has been shown that brain tissues from
aged and patients suffering from neurodegeneration (AD, Parkinson’s Disease,
Huntingdon’s Disease, Amyotrophic Lateral Sclerosis) show increased levels of both
nuclear and mitochondrial DNA damage, including 8-oxoG lesions [14–21]. Oxidatively
modified DNA bases, such as 8-oxoG, are repaired mainly by the base excision repair
(BER) pathway. The initial step in this repair pathway is the recognition and subsequent
excision of the DNA base lesion by a DNA glycosylase. There are multiple glycosylases in
mammalian cells which act on different DNA lesions. Recognition of 8-oxoG lesions is
primarily completed by 8-oxoguanine-DNA glycosylase (OGG1). OGG1 is a bifunctional
enzyme, having both DNA glycosylase and AP lyase activities. There are 21 known
polymorphisms in OGG1 that are found in the general population or are disease specific
variants [22, 23], 13 of which are disease associated. Of these, 10 are linked with various
cancers, some tenuously, including lung, prostate, and oropharyngeal cancers [24]. In 2007,
a study looking at brain tissues from late-stage AD patients identified three mutations in
OGG1 that were not found in the control patients. Two of these mutations are single
nucleotide polymorphisms (SNPs) resulting in the amino acid substitutions A53T and
A288V [23]. The A288V polymorphism (rs3219012) is relatively rare, occurring in ~1% of
general population, while the A53T polymorphism is currently only considered to be disease
associated. Previous studies done by Mao et al. and Sidorenko et al. using an 8-oxoG DNA
substrate found that both polymorphisms in OGG1 resulted in decreased catalytic activity
although other biochemical aspects of these proteins were not investigated [23, 25].
In this paper we have examined the A53T and A288V polymorphic OGG1 proteins to
further define the biochemical defects that could contribute to the accumulation of DNA
damage and 8-oxoG lesions observed in AD patient brain tissues found by others. Our work
shows a statistically significant decrease in catalytic activity for both polymorphic OGG1
proteins compared to WT. The decrease in catalytic activity may be explained by a
decreased ability of the A53T protein to bind to DNA substrates and decreased lyase activity
for the A288V protein. In addition, we found decreased binding of polymorphic OGG1
proteins to Poly(ADP-ribose) polymerase 1 (PARP-1) and X-ray cross-complementing
protein 1 (XRCC1), and a decreased ability of the polymorphisms to activate PARP-1.
OGG1−/− mouse embryo fibroblasts (MEFs) expressing the polymorphisms had decreased
long term cell survival and were more sensitive to DNA damaging agents. Together, the
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results presented in this manuscript show that the A53T and A288V polymorphisms alter the
protein function in a manner that may increase susceptibility to disease..
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Materials and Methods
Cell Culture and Transfections
HeLa cells were grown in Dulbecco’s Modified Eagle’s medium (DMEM) containing 10%
fetal bovine serum (FBS) and 1X Penicillin Streptomycin (Gibco, Grand Island, NY). Wildtype mouse embryo fibroblasts (MEF) and OGG1−/− MEFs were maintained in DMEM
containing 10% FBS and 1X PenStrep (Gibco) and have been described previously [26, 27].
MEF’s were transfected using XtremeGENE HP transfection reagent (Roche, Indianapolis,
IN). Titration experiments were completed to find the optimal ratio of X-tremeGENE HP:µg
DNA, as well as the amount of time required for complex formation before addition to the
cells.
Transfections were performed according to manufacturer’s recommendations and a 3:1 ratio
of X-tremeGENE HP:µg DNA was used with a 20-minute complex formation time.
Plasmid Construction
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Plasmids containing the A53T and A288V polymorphic variants were generated by site
directed mutagenesis of the pCMV-Tag2B-WT OGG1, pET-28a WT OGG1, and pEGFPC1 WT OGG1 plasmids (constructions previously described [28, 29]) using the following
primers (underlined bolded letters represent the changed bases): A53T For 5’GGGAGCAAAGTCCTACACACTGGAGTGGTG-3’, A53T Rev 5’CACCACTCCAGTGTGTAGGACTTTGCTCCC-3’, A288V For 5’CTACCACGTCCCAGGTGAAGGGACCGAGCCC-3’ and A288V Rev 5’GGGCTCGGTCCCTTCACCTGGGACGTGGTAG-3’. The pGEX4T1-A35T and
pGEX4T1 A288V vectors were created by digestion of the pCMV-Tag2B A53T and
pCMV-Tag2B A288V plasmids with SmaI and XhoI restriction enzymes, followed by
ligation into the same sites in pGEX4T1 plasmid (GE Healthcare, Piscataway, NJ). All
plasmids were verified by bidirectional sequencing.
Purification of Recombinant Proteins
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For His-tag protein purification pET-28a WT OGG1, A53T OGG1, and A288V OGG1
plasmids were transformed into BL21 competent cells (Invitrogen, Grand Island, NY).
Bacterial cultures were grown for 8 hours at 37 °C, diluted 1:200 into LB broth pre-warmed
at 37°C and grown until an OD of 0.3–0.4 was reached. The proteins were then induced with
100 µM isopropyl h-D-thio-galactoside (IPTG) and grown overnight at 30°C at a speed of
100 rpm. The following day, bacteria were harvested by centrifugation, resuspended in
phosphate buffered saline (PBS) with protease and phosphatase inhibitors, lysozyme (1 mg/
ml), DNAse (1 mg/ml) and PMSF (10 µM), and incubated on ice for 30 minutes. The cells
were lysed by sonication (8, 10-second pulses with 5 seconds off) after the addition of a
final volume 1.5% sarcosine (from a 10% (w/v) solution in water). After centrifugation, the
supernantant was passed through a 0.45-µm syringe filter and applied to a column
containing Ni-NTA agarose beads (Qiagen, Valencia, CA) prewashed with 500 mM NaCl,
100 mM Tris-HCl (pH 8.0) and 50 mM Imidazole. The columns were rotated at 4°C for 1
hour and washed twice with ice cold PBS containing 1% Triton-X 114. Proteins were eluted
with 500 mM NaCl, 100 mM Tris-Hcl (pH 8.0) and 200 mM Imidazole, and dialyzed in
PBS overnight at 4°C. His-tags were removed by incubation with biotinylated thrombin (0.3
U/ml protein) (Novagen, Madison, WI), followed by two incubations with pAminobenzamidine-Agarose beads (Sigma) to remove the thrombin. Additional purification
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was performed by ion exchange chromatography using an AKTA FPLC purification system
(GE Healthcare). Proteins were passed through a Q HP column (GE Healthcare) and bound
to an S HP column (GE Healthcare) at 150 mM NaCl. Over a linear NaCl gradient of 150
mM−1 M, the proteins were eluted at ~350 mM NaCl. Fractions containing purified proteins
were dialyzed against 20 mM Tris–HCl (pH 7.4), 300 mM NaCl, 10% glycerol, aliquoted,
and stored at −80°C. Protein concentration was determined using the Bradford Assay
(BioRad) and verified on a polyacrylamide gel.
GST-tagged recombinant proteins were purified using standard procedures [30] and protein
purity and concentrations were determined by Bradford Assay and verified on a
polyacrylamide gel.
Purification of Nuclear Extracts
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Nuclear extracts were purified from OGG1−/− MEFs transfected with WT or polymorphic
GFP-tagged OGG1 containing constructs using a protocol modified from Schreiber et al
[31]. Four confluent 10cm dishes of cells were washed twice with cold PBS, scraped from
the dishes in 2 ml volume, and centrifuged for 3 minutes at 500xg. The pellet was
resuspended in 1 ml Buffer A (10 mM HEPES, 10 mM KCl, 0.1 mM EDTA, 0.1 mM EGTA
(pH 8), 1 mM DTT, and HALT protease inhibitors (Pierce)), then pelleted. The final pellet
was resuspended in 1 ml of Buffer A and incubated on ice for 15 minutes. After the addition
of 100 µl 10% NP-40, cells were vortexed for 10 seconds and then centrifuged at max speed
for 30 seconds. The supernatant was removed and the nuclear pellet was resuspended in 40
µl Buffer B (10 mM HEPES, 400 mM NaCl, 0.1 mM EDTA, 0.1 mM EGTA (pH 8), and
HALT protease inhibitors (Pierce)). The nuclear pellet was rotated at 4°C for 20 min,
centrifuged at 4°C for 5 minutes, then aliquoted and stored at −80°C. 10 µl of each nuclear
supernatant was run on a polyacrylamide gel and probed with anti-GFP antibodies
(Millipore) to determine the amount of GFP-tagged protein in each sample.
Substrate Labeling and DNA Incision Assays
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An HPLC purified 30-mer oligonucleotide—
(GAAGAGAGAAAGAGAXAAGGAAAGAGAGAA) containing an 8-oxoG base at
position X and a complementary oligonucleotide containing a C opposite X were obtained
from Midland Certified Reagent Company (Midland, TX). The 5′- 32P-labeling of the
duplex oligonucleotide was performed using 20 µM single stranded oligonucleotides and 10
µCi of [γ- 32P] ATP as previously described [32], for a final substrate concentration of 200
nM. To measure OGG1 catalytic activity, 32 nM or 64 nM FPLC purified WT OGG1, A53T
OGG1, or A288V OGG1 were incubated in 10-µl reactions containing 200 nM radiolabeled
substrate in incision buffer (20 mM Tris-HCl, pH 7.4, 100 mM NaCl, and 0.15 µg/µl BSA)
for 15 minutes at 37°C. All molar values indicate final concentration in the reaction. An
equal volume 2X loading buffer (1X Tris borate EDTA, 90% deionized formamide, 20 mM
EDTA, 0.1% bromphenol blue, 0.1% xylene cyanol) was added to each sample, samples
were heated at 95°C for 5 min, and run on 15% polyacrylamide gels containing 7 M Urea.
Radioactivity was measured using a Storm Phosphorimager and quantified using
ImageQuant software (GE Healthcare). Reactions using purified nuclear extracts from cells
transfected with WT or polymorphic GFP-tagged OGG1 were performed as described above
using equal concentrations of WT or polymorphic protein as determined by analysis on a
polyacrylaminde gel. Reactions using APE1 (New England Biolabs, Ipswich, MA) were
completed as described above using 64 nM OGG1 proteins, with the addition of a final
concentration of 45 pM APE1 in a 15-µl reaction volume.
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An HPLC purified 30-mer oligonucleotide containing a Uracil base—
(GAAGAGAGAAAGAGAUAAGGAAAGAGAGAA) and a complementary
oligonucleotide containing a C opposite U were obtained from Midland Certified Reagent
Company (Midland, TX). The 5′- 32P-labeling of the duplex oligonucleotide was performed
using 20 µM single stranded oligonucleotides and 10 µCi of [γ-32P] ATP as previously
described [32], for a final substrate concentration of 200 nM. 80nM labeled substrate was
reacted with 20 nM UDG (a generous gift from James Stivers, Department of Pharmacology
and Molecular Sciences, Johns Hopkins University School of Medicine) in the presence of
5X UDG reaction buffer (New England Biolabs) for 30 minutes at 37°C to create the AP
site. The AP lyase assay was completed by incubating 64 nM FPLC purified WT OGG1,
A53T OGG1, or A288V OGG1 protein with 1.6 nM radiolabeled substrate in incision buffer
(20 mM Tris-HCl, pH 7.4, 100 mM NaCl, and 0.15 µg/µl BSA) for 15 minutes at 37°C. All
molar values indicate final concentration in the reaction. An equal volume 2X loading buffer
(1X Tris borate EDTA, 90% deionized formamide, 20 mM EDTA, 0.1% bromphenol blue,
0.1% xylene cyanol) was added to each sample, and run on 15% polyacrylamide gels
containing 7 M Urea. Radioactivity was measured using a Storm Phosphorimager and
quantified using ImageQuant software (GE Healthcare).
Determination of dissociation constants by electrophoretic mobility shift assay (EMSA)
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Duplexed 5’- 32P labeled DNA substrates for the EMSA assays were created using the 8oxoG lesion containing oligonucleotide and complementary oligonucleotides containing an
A, T, or G base opposite the 8-oxoG lesion as described in the previous section. Binding
affinities were measured by incubating FPLC purified WT OGG1, A53T OGG1, or A288V
OGG1 proteins of varying concentrations between 32 nM and 375 nM, with 33 nM DNA
substrate in 20 mM TrisHCl (pH 7.4), 0.15 µg/µl BSA, 15% glycerol for 5 min on ice.
Samples were mixed with 6X Orange G loading buffer containing 30% Ficcoll (w.v. in
water) and bound complexes were separated from free substrate by electrophoresis on native
6% polyacrylamide gels for 1 hour at 4°C in cold 0.5 X TBE buffer. Radioactivity was
measured using a Storm Phosphorimager and quantified using ImageQuant software (GE
Healthcare). Dissociation constants were calculated by combining data from three
independent experiments for each protein following the method of Schofield [33] and curve
fitting the bound fraction versus protein concentration using linear regression analysis with
separate linear, quadratic, and cubic terms to account for the curvilinearity. The equation
used for each Kd calculation is indicated on the corresponding graph in Supp. Fig. 2A and B.
Lower and upper 95% confidence limits were calculated from the best fit lines for each
protein on each DNA template.
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GST Precipitation Assays
Precipitation assays were performed as previously described [27]. Briefly, HeLa cells were
washed with PBS, lysed in IP buffer and incubated with 10µg of the appropriate GST fusion
protein for 1 hour at 4°C. The samples were washed with IP buffer, and heated to 95° C to
release bound proteins from the beads. Samples were separated by SDS-PAGE and probed
by immunoblotting with anti-PARP-1 monoclonal antibodies (Enzo Life Sciences,
Farmingdale, NY; Clone C-2–10), anti-XRCC1 monoclonal antibodies (Neo Markers,
Kalamazoo, MI) and were stained with Ponceau S to visualize loading of the GST fusion
proteins.
PARP-1 Activation Assays
To determine whether the polymorphic forms of OGG1 were able to activate PARP-1, we
performed assays to measure the accumulation of of Poly(ADP-ribose) (PAR), a measure of
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PARP-1 activity. 10 µg of GST alone, GST-WT OGG1, GST-A53T OGG1, or GST-A288V
OGG1 were washed in PBS containing 0.1% TritonX-100, followed by incubation in the
presence or absence of 7.5 ng PARP-1 (Trevigen, Gaithersburg, MD) for 10 minutes. PARP
cocktail, containing NAD+ (Trevigen), and activated DNA (Trevigen) were added and
reactions were allowed to proceed at room temperature for 30 minutes. The samples were
mixed with sample buffer, boiled at 95°C for 5 minutes, and run on a 12% polyacrylamide
gel. Immunoblots were probed with anti-PAR monoclonal antibodies (Trevigen) and antiGST antibodies (Cell Signaling, Boston, MA) to visualize the fusion protein.
Thermal Shift Assays

NIH-PA Author Manuscript

To determine the melting temperature (Tm) of the purified OGG1 proteins, we performed a
thermal shift assay using the Sypro orange thermofluor to monitor protein unfolding and
determine the melting temperature for each protein [34]. The point of inflection of each
resulting curve is defined as the melting temperature (Tm). Comparison of the thermally
induced melting points may reveal a stabilization (increased Tm) or destabilization
(decreased Tm) for the proteins tested. For this assay, 1 µg of FPLC purified protein was
mixed with a final concentration of 1X or 2X Sypro Orange (diluted in water) (Molecular
Probes, Invitrogen) and buffer (20 mM Tris-HCl (pH 7.4), 300 mM NaCl, 10% glycerol) in
a 20 µl reaction in duplicate wells of a 96-well plate (Bio-Rad). The plates were heated in an
iCycler iQ Real Time PCR Detection System (Bio-Rad) from 20 to 70°C in increments of
0.5°C every 15 seconds. The intensities obtained were plotted versus temperature and the
sigmoid curves were fit by using nonlinear regression as described in [35] for 2 independent
experiments of two preparations of each protein.
Cellular Localization
To determine cellular localization, OGG1−/− MEFs were seeded in a 4-well chamber slide
and transfected with pEGFP-C1, pEGFP-C1-WT OGG1, pEGFP-C1-A53T OGG1, or
pEGFP-C1-A88V OGG1 plasmids as described above. 24 hours after transfection the cells
were incubated with a final concentration of 1 µM Hoechst stain and 50 nM Mitotracker Red
CMXRos (Invitrogen) in serum-free DMEM media for 30 minutes. The cells were then
placed in PBS and live fluorescent images were taken on a Zeiss Observer D1 microscope
with an AxioCam1Cc1 camera at a set exposure time.
Colony Formation Assay
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For the colony formation assays, OGG1−/− MEFs were transfected with pEGFP-C1,
pEGFP-C1-WT OGG1, pEGFP-C1-A53T OGG1, or pEGFP-C1-A88V OGG1 plasmids as
described above, and cells were seeded 24 hours later in triplicate wells (3000/well) of a 6well plate. The following day cells were left untreated or treated with 20 µM menadione or
50 µM H2O2. Menadione treatments were performed for 30 minutes in serum-free media,
after which they were placed into DMEM without damaging agents. Cells were allowed to
grow for 7 days. Cell media with or without H2O2 was changed 3 days after initial
treatment. Colonies were stained with crystal violet, and only colonies with >50 cells were
counted.

Results
A53T and A288V OGG1 polymorphisms have reduced catalytic activity
To characterize the biochemical properties of the A53T and A288V polymorphisms, we first
FPLC purified WT OGG1 and proteins containing the OGG1 polymorphisms (Fig. 1A).
These proteins were then used in in vitro incision assays to determine the ability of the
proteins to excise a DNA substrate containing an 8-oxoG lesion. WT or polymorphic OGG1
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proteins were reacted with an excess of radiolabeled DNA substrate. We observed a
decrease in incision activity for both of the polymorphic proteins (Fig. 1B, C). There was a
significant decrease in incision ability for both the A53T (~75% reduction) and A288V
(~60% reduction) polymorphic proteins. Similarly, we tested the incision activity of nuclear
extracts obtained from OGG1−/− MEFs transfected with WT or polymorphic GFP-tagged
OGG1 proteins. As expected, expression of WT OGG1 significantly increased 8-oxoG
incision compared to cells expressing GFP control, which would lack OGG1 expression.
Similar to the experiments with purified proteins, we observed significant reductions in the
incision activity of the nuclear extracts isolated from cells expressing the A53T (~80%
reduction) and A288V (~70% reduction) polymorphic proteins compared to wild-type (Fig.
1D, E). These results verify that there is a defect in catalytic activity for both of the OGG1
polymorphisms.
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To further elucidate the effect of the OGG1 polymorphisms on catalytic activity, we wanted
to determine whether APE1, a known stimulator of OGG1 activity [36–38], was able to
stimulate the catalytic activity of the polymorphic proteins to the same level as WT OGG1.
To determine this we performed incision assays in the presence of APE1 protein (Fig. 2A).
Similar to what we have shown in Fig. 1B and 1C, a significant decrease in catalytic activity
in the absence of APE1 was observed for both of the polymorphic mutants compared to WT
(Fig. 2B). In each case, the addition of APE1 stimulated the catalytic activity of each
enzyme tested even in the catalytically impaired polymorphic enzymes (WT 1.9-fold, A53T
2.9-fold, and A288V 4.3-fold) (Fig. 2B). Although APE1 stimulated the activity of the
A53T protein, the level of incision was still significantly lower than WT stimulated by
APE1 (p<0.01). APE1 stimulated the A288V polymorphic protein above APE1 stimulation
of WT but this increase was not statistically significant.
Since the OGG1 polymorphic proteins had reduced catalytic activity yet were able to be
stimulated by APE1, we examined whether either of these proteins had defects in AP lyase
activity. To test this, we used a DNA substrate containing a uracil base to create a
radiolabeled double stranded substrate that after addition of UDG contains an AP site. The
AP site containing substrate was reacted with 64 nM of each OGG1 protein to determine the
ability of the proteins to cleave the AP site. We found that both of the polymorphic proteins
have a defect in AP lyase activity (Fig. 2C, D). However, the defect is much more
pronounced in the A288V polymorphism (~60% reduction in AP lyase activity).
Interestingly, we found a similar decrease in both the incision and AP lyase activity for the
A288V protein. These results suggest that the defective AP lyase activity may account for
the decreased catalytic activity of the A288V polymorphism.
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A53T OGG1 polymorphism exhibits decreased binding to 8-oxoguanine substrates
To assess whether the decrease in catalytic activity we observed for the A53T and A288V
OGG1 proteins was due to a defect in protein binding to the DNA substrate, we performed
electrophoretic mobility shift assays (EMSA) using radiolabeled substrates. Increasing
concentrations of WT or polymorphic OGG1 proteins were incubated with a DNA substrate
that contained an 8-oxoG lesion paired with one of the four DNA bases to allow for
formation of the protein:DNA complex. The samples were immediately run on a native
polyacrylamide gel to visualize the complex formation. For the 8-oxoG:C substrate, we
observed similar binding of WT and A288V OGG1 proteins to the DNA substrate
(representative gel of 8-oxoG:C template shown in Fig. 3A; other templates in Supp Fig. 1).
However, for the A53T protein we found that increased protein concentrations were required
for efficient formation of the protein:DNA complex, indicating a decreased binding affinity
toward this DNA substrate. Similarly, the A53T protein showed diminished binding affinity
for the 8-oxoG:T, G, and A substrates (Fig. 3B, Suppl. Fig. 1–2). The dissociation constants
(Kd) were determined for each protein with each DNA template (Fig. 3B). The graphs of the
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data and best fit lines used to determine Kd are shown in Supp. Fig. 2A,B. For WT OGG1,
we found that binding to the 8-oxoG:C and 8-oxoG:T DNA templates resulted in similar Kd
values, indicating that WT OGG1 binds well to these templates. For the 8-oxoG:G and 8oxoG:A DNA substrates we observed a large increase in Kd values, indicating that these are
non-preferred DNA substrates for OGG1. Although the A288V protein exhibited similar Kd
values to WT on the 8-oxoG:C, G, and A templates the A288V protein did show a
statistically increased Kd value for the 8-oxoG:T template. Similarly, a statistically
significant increase in Kd was found for the A53T polymorphic protein on all templates
compared to WT, indicating a defect in DNA binding for this protein (Fig. 3B, Suppl. Fig.
1–2). It is interesting to note, that the binding curves for the A53T polymorphic protein
appear very sigmoidal in nature (with the exception of the 8-oxoG:C template, which
appears similar to WT OGG1), which differs from the WT and A288V proteins. This
binding pattern would indicate cooperative binding of the DNA substrate to the protein
active site for the A53T protein.
The A53T OGG1 polymorphism exhibits decreased thermal stability
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To gain a better understanding about the stability of the polymorphic proteins, we performed
a thermal unfolding assay to determine the melting temperatures (Tm) of the WT, A53T, and
A288V OGG1 proteins. To do this we used the environmentally sensitive dye, Sypro
Orange, to monitor OGG1 protein unfolding across a range of temperatures. As the protein
unfolds, Sypro Orange will bind to the newly exposed hydrophobic regions of the protein
and become unquenched. By monitoring the excitation of the Sypro Orange signal using a
qPCR system, we found the Tm for WT OGG1 to be 43.5°C + 0.5, which is similar to
previous data [39]. A similar Tm was found for the A288V polymorphic protein (Fig. 3B;
melting curves in Supp. Fig. 3). In contrast, the A53T polymorphic protein had a decreased
Tm value that was statistically significant compared to WT (Fig. 3B). This data indicates that
the A53T OGG1 protein becomes unfolded at a lower temperature than the WT and A288V
proteins, and thus may be less stable.
OGG1 polymorphisms alter binding to known protein binding partners
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It has been previously shown that the BER repair proteins PARP-1 and XRCC1 interact
directly with OGG1 [27, 40]. Given these results, and the fact that the binding between
OGG1 and XRCC1 is essential to the early stages of BER, we chose to look at the binding
of the polymorphic proteins to both PARP-1 and XRCC1. We purified GST-tagged WT or
polymorphic proteins, verified purity by Gel Code Blue Staining (data not shown) and used
these GST-tagged proteins to precipitate proteins from HeLa cell lysates. The bound
proteins were run on polyacrylamide gels and immunoblotted with antibodies against
PARP-1 and XRCC1 to examine the degree of protein-protein binding. We observed
significantly decreased binding of the polymorphic proteins to both PARP-1 and XRCC1
(Fig. 4A), indicating that the polymorphisms result in a defect in protein-protein interactions
with these BER components. We quantified the binding of each OGG1 protein to either
XRCC1 or PARP-1 and found a significant decrease in protein binding for both the A53T
and A288V proteins (Fig. 4B).
Since we found defective binding of the polymorphic proteins to PARP-1, and we have
previously shown that both the S326C and R229Q OGG1 polymorphisms were less able to
activate PARP-1 than WT [27], we wanted to determine whether the AD related OGG1
polymorphisms effect the ability of these proteins to activate PARP-1. We performed in
vitro ribosylation reactions where GST-WT or polymorphic OGG1 proteins were incubated
with PARP-1. Activated DNA and the required co-factor NAD+ were then added and the
reaction was further incubated for 30 minutes. The samples were mixed with sample buffer,
run on a 10% polyacrylamide gel and probed with anti- poly(ADP-ribose) (PAR) antibodies
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to examine the levels of PAR accumulation, a measure of PARP-1 activity. As expected, we
observed no accumulation of PAR in the absence of PARP-1 (Fig. 5A). However, the level
of poly(ADP-ribosyl)ation increased in the presence of PARP-1. With addition of GST-WT
OGG1 we observed a modest enhancement of PARP-1 activity over control (GST alone)
(Fig. 5A). In contrast, the A53T and A288V proteins did not activate PARP-1 above
background levels (GST alone). A statistically significant decrease in the levels of PARP-1
automodification was observed for both the A53T and A288V polymorphic proteins (Fig.
5B), indicating that they not only have decreased binding to PARP-1, but both
polymorphisms also have a reduced ability to activate PARP-1 compared to WT.
OGG1 polymorphisms sensitize cells to DNA damaging agents and decrease cell survival
Given that the A53T and A288V polymorphisms have reduced catalytic activity, altered
substrate binding in vitro, and decreased binding to known protein binding partners, we
wanted to determine the consequence of the OGG1 polymorphisms in cells. OGG1−/−
MEFs were transfected with plasmids containing GFP tagged WT or polymorphic OGG1
proteins. GFP-tagged constructs were used in this experiment in order to visually monitor
the transfection efficiency and GFP protein expression for the duration of the experiments to
ensure that the OGG1 proteins were being expressed and at similar levels. Indeed,
immunoblotting MEF cell lysates expressing the GFP-tagged constructs confirmed equal
expression of these proteins (Fig. 6A).
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To examine whether the OGG1 polymorphisms resulted in proper protein folding and
localization to the nucleus, we looked at the cellular localization of transiently transfected
WT and polymorphic OGG1 proteins in OGG1−/− MEFs. By using Hoechst as a nuclear
marker and Mitotracker as a mitochondrial marker, we found that GFP-tagged WT, A35T
and A288V proteins all localized predominantly to the nucleus, while as expected cells
transfected with GFP alone showed diffuse cytoplasmic GFP fluorescence (Fig. 6B). These
results indicate the A53T and A299V proteins localize similarly to WT when transfected in
cells.
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To determine the effect of the polymorphisms on long term cell survival, GFP-tagged OGG1
proteins were transfected into OGG1−/− MEFs and were either untreated or treated with 50
µM H2O2 or 20 µM menadione and colonies were counted 7 days later. Interestingly, we
found that in the absence of DNA damage there was a significant decrease in colony
formation for both the A53T and A288V polymorphisms compared to WT (Fig 6B). This
decrease in colony formation for both the A53T and A288V proteins was greater than what
was observed for the GFP alone, which has a complete absence of OGG1 protein. The A53T
polymorphism resulted in a statistically significant decrease in colony formation when
compared to GFP alone. Similarly, when cells expressing polymorphic OGG1 proteins were
treated with either of the DNA damaging agents, a significant decrease in colony formation
was observed compared to WT (both menadione and H2O2) and GFP (only menadione)
(Fig. 6B). The decreased colony formation in these experiments indicates that MEFs
expressing the OGG1 polymorphic proteins have reduced cell viability under both
unstressed (no treatment) and stressed (DNA damaged) conditions.

Discussion
Oxidative damage accumulates in brain tissues of AD patients (reviewed in [41–43]), which
may contribute to an individual’s disease susceptibility or to disease progression. When left
unrepaired increased accumulation of DNA damage, specifically 8-oxoG lesions, in brain
tissues of AD patients can result in mutation events that may influence or result in
progression of the disease. In this study, we have characterized the biological significance of
A53T and A288V, two polymorphisms in the human DNA repair protein OGG1, which
Free Radic Biol Med. Author manuscript; available in PMC 2014 October 01.
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have been identified in AD patients. Our data suggest that the expression of these proteins
may contribute to the accumulation of oxidative damage in AD.
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In this study, we have shown that the presence of either of these two OGG1 polymorphisms
results in defects in catalytic activity (inability to remove the DNA lesions), decreased
binding to PARP-1 and XRCC1 (inability to interact with members of the BER pathway
which remove oxidatively damaged bases), and a decreased ability to activate PARP-1
(inability of PARP-1 to bind to sites of damage and to poly(ADP-ribosy)late proteins). It has
been previously shown that both AD associated polymorphisms show defective incision
ability [23, 25]. In agreement with these findings, we found that the A53T and A288V
polymorphisms have decreased incision ability and have further explored the basis for these
catalytic defects. Our data indicated that the A53T protein has dramatic defects in DNA
binding ability in the presence of all substrates containing various bases opposite an 8-oxoG
lesion, which may explain the decreased incision ability. The A288V protein, however,
displayed decreased binding to only the 8-oxoG:T DNA substrate, indicating that defects in
DNA binding do not fully explain the striking differences in incision ability compared to
WT. Previous data suggested that there were possible defects in DNA binding for both the
A53T and A288V proteins; however, Km values were calculated based on incision activity
and only from 2 different substrates [23]. Here, we further investigated the DNA binding
capacity of the polymorphisms using all 4 DNA substrates and by calculating the Kd from
DNA:protein complexes using EMSA. Defects in DNA binding have been shown for other
OGG1 polymorphisms including S326C, H270A/L/R, Q315A and F319A [28, 44].
The BER pathway is intricately designed with many different participating proteins
interacting both directly and indirectly to facilitate the steps of the repair process. A defect
in any of these interactions would result in the inability to complete removal and
replacement of a DNA base lesion, possibly resulting in a DNA mutation event. One well
established step of BER occurs when APE1 binds directly to OGG1 and stimulates its
activity [36–38, 45]. We found that APE1 significantly stimulated the incision ability of WT
OGG1. APE1 was also able to stimulate the activity of the A53T and A288V variants,
suggesting that these proteins are not catalytically dead. Although the catalytic activity of
the A53T protein was stimulated by APE1, the level of incision was still significantly
decreased compared to the WT OGG1 level, indicating that this polymorphism has a defect
in incision ability even in the presence of APE1. In contrast to A53T, the A288V
polymorphism was sufficiently activated by APE1.
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OGG1 is a bifunctional enzyme with both glycosylase and AP lyase activities. Similar to the
AP lyase activity of OGG1, APE1 knicks the phosphodiester bond of an AP site creating a
ssDNA break. We observed that APE1 stimulated the catalytic activity of the polymorphic
proteins, suggesting a possible defect in the AP lyase activity of the proteins. Indeed, we
found that both the A53T and A288V polymorphisms had deficiencies in AP lyase activity,
but the A288V had a more dramatic defect. Reduced AP lyase activity may explain the
decreased catalytic activity and the fact that these proteins are still able to be stimulated by
APE1. Furthermore, these results help to explain mechanistically why the A288V has
reduced catalytic activity.
We also examined whether these OGG1 polymorphisms could bind to PARP-1 and XRCC1,
two other proteins involved in BER. PARP-1 binds to sites of SSBs and is involved in repair
by either physically interacting with the damage site or through the poly(ADP-ribosyl)ation
of proteins [46, 47], while XRCC1 forms a platform for binding of BER proteins, and
specifically stimulates the formation of the OGG1 Schiff-base DNA intermediate [40, 48].
Our findings that the A53T and A288V polymorphic OGG1 proteins have decreased binding
to PARP-1 and XRCC1 and are less able to activate PARP-1 suggest that expression of
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these polymorphisms may result in altered protein-protein and/or protein-DNA interactions
that could affect the efficiency of BER. This is consistent with the previous study showing a
decrease in overall BER capacity in neurons from AD patients [49].
To determine the effect that these OGG1 polymorphisms may play in cells, we examined the
incision activity of nuclear extracts of cells transfected with WT or polymorphic OGG1
proteins. We found that both the A53T and A288V OGG1 proteins are expressed at levels
similar to WT OGG1, but resulted in decreased incision of an 8-oxoG containing substrate,
similar to the in vitro results. This indicates that even when the polymorphic OGG1 proteins
have the additional components of the BER system present, they are still unable to excise an
8-oxoG lesion to the same extent as WT OGG1. One possibility to explain the decreased
incision activity observed with the nuclear extracts would be improper cellular localization.
The GFP-tagged OGG1 protein we used in our experiments contains a nuclear localization
signal, and thus should be detected as a nuclear protein. We performed localization studies
in the OGG1−/− MEFs and found that both the A53T and A288V OGG1 proteins properly
localize to the nucleus in cells. Therefore, the decreased incision activity in the nuclear
extracts is not due to mislocalization of the polymorphic proteins.
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We did find that the biochemical defects we observed with both OGG1 polymorphisms
affected cellular homeostasis. By expressing the polymorphic forms of OGG1 in OGG1
deficient MEFs, we were able to examine the long term cellular survival in the absence and
presence of DNA damage. Interestingly, expression of the OGG1 variants reduced cell
survival compared to WT and also compared to control cells lacking OGG1 expression.
Similarly, we found that both polymorphisms sensitized the cells to DNA damaging agents
compared to both WT OGG1 and OGG1 null backgrounds. These findings are interesting
considering that these proteins can still be stimulated by APE1 in vivo and thus may retain
some catalytic activity. This low level of catalytic activity, however, may not be sufficient to
repair DNA damage and promote cell survival. Decreased cell survival could also be due to
defects in other factors, such as a disruption in OGG1 binding to other DNA repair protein
binding partners.
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We used the three-dimensional structure of OGG1 (PDB ID:1YQL) in order to visualize
how these mutations might affect protein function by analyzing the local conformation
around the mutation sites in the OGG1-DNA substrate complex (Fig. 7A). The alanine at
position 53 is a neutral hydrophobic amino acid that is positioned in a linker between two
beta sheets that contribute to the 8-oxoG binding pocket [50] (Fig. 7B). Substitution of this
alanine with threonine, a more branched polar amino acid, could change the contour of this
region, disrupting the lesion binding pocket and possibly altering the flexibility of the loop
region, which may explain the defects we observed in activity and DNA binding for this
variant. The A288 residue resides between two alpha helices comprising the catalytic
domain [50] (Fig. 7C). The substitution of alanine to valine, which is slightly larger and
more branched, changes the residue from one that is a good helix former to one that is poor
[51]. Based on this analysis, it is possible to speculate that the valine residue could perturb
the two alpha helices of the catalytic domain, thus reducing the catalytic activity of the
protein. Additionally, this residue is located in a DNA interacting region; however, our
studies indicate that a substitution with a valine at this residue does not substantially affect
DNA binding. This effect could be explained by the distal location of this residue to the
DNA and also that the major residues responsible for the 8-oxoG recognition, such as G42,
C253, Q315 and F319 (Fig. 7C), are conserved in the polymorphic proteins. It is also
possible that overall protein misfolding occurs in the presence of either polymorphism,
which could explain the altered binding to PARP-1 and XRCC1. However, our thermal
stability assays indicate that there is not a general misfolding, but that the A53T protein is
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less stable. Furthermore, these proteins localize in cells similar to wild-type, further
supporting the idea that these polymorphisms do not significantly affect protein folding.
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Taken together, this study shows that two AD-associated polymorphisms in OGG1, A53T
and A288V, have defects in catalytic activity that may affect the ability of cells to repair the
oxidative lesion 8-oxoG in DNA. Further investigation of OGG1 is needed to understand its
exact role in disease and progression. Additional exploration lies in elucidating the complex
defects that exist within key components of the BER pathway and how they may contribute
to AD.
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AD

Alzheimer’s Disease

8-oxoG

7,8-dihydro-8-oxoguanine

OGG1

8-oxoguanine-DNA glycosylase

PARP-1

Poly(ADP-ribose) polymerase 1

XRCC1

X-ray cross-complementing protein 1

ROS

reactive oxygen species

BER

base excision repair

SNP

single nucleotide polymorphism

MEF

mouse embryo fibroblast

PAR

poly(ADP-ribosly)ation
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•

The OGG1 polymorphisms, A53T and A288V, have significantly reduced
catalytic activity.

•

The A53T protein has a defect in DNA binding, while the A288V protein has
AP lyase deficiencies.

•

Both polymorphisms have reduced binding to PARP-1 and XRCC1, and have
reduced ability to activate PARP-1.

•

A53T and A288V polymorphisms reduce cell survival.
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Fig 1. Decreased incision activity of OGG1 polymorphisms
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(A) The indicated OGG1 recombinant proteins were expressed in E. coli, purified using a
Ni-NTA column, followed by a thrombin cleavage step and subsequent FPLC purification.
Gel Code Blue staining of the wild-type (WT), A53T, and A288V recombinant proteins
(2.5µg). (B) OGG1 recombinant proteins (64 nM) were incubated with a 5′-end-labeled
oligonucleotide duplex containing an 8-oxoG lesion. After a 15 minute incubation at 37°C,
the samples were run on a 15% polyacrylamide gel containing 7 M urea and imaged by a
phosphorimager. A representative experiment is shown. (C) The histogram represents the
mean ± S.E.M. from nine independent experiments. The percent incision was calculated by
taking the amount of cleaved substrate (lower band) normalized to the amount of cleaved +
uncleaved substrate (lower + upper bands). The data were normalized to the incision activity
of OGG1 alone (100%). (D) Nuclear extracts from OGG1−/− MEFs transfected with WT or
polymorphic GFP-tagged OGG1 were reacted with a 5′-end-labeled oligonucleotide duplex
containing an 8-oxoG:C mispair as in B. A representative experiment is shown. (E) The
histogram represents the mean ± S.E.M. from 5 independent experiments. Percent incision
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was calculated as in C. ***p< 0.001 comparing WT and variant forms of OGG1 using oneway ANOVA and Tukey's post-hoc test.
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Fig. 2. Decreased AP lyase activity and differential stimulation of polymorphic OGG1s by APE1

(A) OGG1 recombinant proteins (64nM) were incubated at 37°C for 15 minutes in the
presence (+) or absence (−) of 45pM APE1, along with a 5′-end-labeled oligonucleotide
duplex containing an 8-oxoG lesion. The cleavage products were analyzed on a 15%
polyacrylamide gel containing 7M Urea and imaged on a phosphorimager. A representative
experiment is shown. (B) The histogram represents the mean ± S.E.M. from five
independent experiments. The incision value was calculated by taking the amount of cleaved
substrate (lower band) normalized to the amount of cleaved + uncleaved substrate (lower +
upper bands). *p< 0.05, **p<0.01 for the indicated comparisons using one-way ANOVA
and Tukey's post-hoc test. (C) To examine AP lyase activity, OGG1 recombinant proteins
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were incubated with a 5′-end-labeled DNA substrate containing an AP site. The cleavage
products were analyzed on a 15% polyacrylamide gel containing 7M Urea and imaged on a
phosphorimager. A representative experiment is shown. (D) The histogram represents the
mean ± S.E.M. from four independent experiments. The percent lyase activity was
calculated as in B. *p<0.05, ***p< 0.001 comparing WT and OGG1 variants using one-way
ANOVA and Tukey's post-hoc test.
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Fig. 3. Binding of WT and polymorphic OGG1 proteins to 8-oxoG:C substrate

NIH-PA Author Manuscript

(A) Increasing concentrations of recombinant OGG1 proteins were incubated with 33.3 nM
5′-end-labeled oligonucleotide duplex containing an 8-oxoG lesion paired with A, T, C, or G
for 5 minutes on ice. The bound complexes were separated from free probe on a 6% native
polyacrylamide gel and imaged on a phosphorimager. A representative experiment for the 8oxoG:C substrate is shown. The presence of the higher band indicates the formation of the
protein:substrate complex. Lane 1: Buffer alone. Lanes 2, 8, 14: 32 nM protein. Lanes 3, 9,
15: 64 nM protein. Lanes 4, 10, 16: 125 nM protein. Lanes 5, 11, 17: 190 nM protein. Lanes
6, 12, 18: 250 nM protein. Lanes 7, 13, 19: 375 nM protein. (B) Dissociation constants
calculated from EMSAs and melting temperatures from thermal stability assays for wildtype and polymorphic OGG1 proteins (see Suppl. Fig. 1–3 for graphs used for calculations).
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Fig. 4. Decreased binding of the OGG1 polymorphisms to PARP-1 and XRCC1

(A) HeLa cell lysates were incubated with GST-tagged WT or polymorphic recombinant
proteins (10 µg) and the precipitations were probed with anti-XRCC1 and anti-PARP1
antibodies. Ponceau staining was used to visualize loading of the fusion proteins. (B) The
relative amount of XRCC1 or PARP-1 binding was quantified from immunoblots and
normalized to the amount of GSTfusion protein. This value was then normalized to WT
OGG1. The histograms represent the normalized mean ± S.E.M. from three independent
experiments. **p<0.01, ***p< 0.001 comparing WT and variant forms of OGG1 using
Student’s t-test.
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Fig. 5. Decreased activation of PARP-1 by OGG1 polymorphisms

(A) PARP-1 poly(ADP-ribosyl)ation reactions were performed by incubating the GSTtagged WT or polymorphic recombinant proteins with (+) PARP-1 for 10 minutes prior to
the addition of the PARP-1 cofactors NAD+ and activated DNA. Reactions without PARP-1
(−) were a negative control. Reactions were incubated further for 30 minutes, and analyzed
on a 12% polyacrylamide gel and immunoblotted with anti-PAR antibodies and anti-GST
antibodies as a protein loading control. The polymorphic OGG1 proteins are unable to
activate PARP1 above the background level shown in the GST lane. (B) The relative amount
of PAR was quantified from immunoblots and normalized to the amount of GST protein.
This value was then normalized to WT OGG1. The histogram represents the mean ± S.E.M.
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from three independent experiments. *p<0.05, **p<0.01, comparing WT and variant forms
of OGG1 using Student’s t-test.
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Fig. 6. Cells expressing the OGG1 variants are sensitive to DNA damaging agents and have
decrease colony formation

(A) OGG1−/− MEFs were transfected with the indicated GFP-fusion proteins and 24 hrs
later cells were lysed, run on a 10% polyacrylamide gel and immunoblotted with anti-GFP
antibodies to show expression of the constructs. Actin was used as a protein loading control.
(B) OGG1−/− MEFs were transfected with the indicated GFP-fusion proteins. 24 hrs later,
cells were incubated with Mitotracker and Hoechst stains and imaged live to determine the
cellular localization of the GFP-tagged WT and polymorphic OGG1 proteins. (C) OGG1−/−
MEFs were transfected with GFP-tagged constructs containing WT or OGG1
polymorphisms and equal numbers of cells (3000/well) were seeded in a 6 well plate. After
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24 hours, cells were treated with the indicated DNA damaging agents and the number of
colonies formed for each condition was determined 6 days later. Decreased number of
colonies was observed for cells expressing the polymorphic forms of OGG1 in both the
absence and presence of DNA damage. The histogram shows the normalized averages ±
S.E.M. from four independent experiments. *p<0.05, **p<0.01, comparing WT and variant
forms of OGG1 using Student’s T-Test.
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Fig. 7. Location of the polymorphic residues in the three-dimensional structure of OGG1

(A) 3D structure of human OGG1 and 7-deaza-8-azaguanine DNA complex is represented
(PDB ID: 1YQK [52]). OGG1 is shown by ribbon diagrams, while DNA is shown by stick
model. The amino acid residues investigated in this study are indicated in color. Additional
amino acids are shown in black for reference. Protein Data Bank reference number: 1YQK
[52]. The figure was prepared using PyMol software (Schrödinger). (B) View of the A53
residue within the flexible linker region between beta sheets 2 and 3 of the OGG1 structure.
The yellow residue represents the WT A53 amino acid. The gray residue represents the
predicted A53T polymorphism. (C) View of the A288 residue, which is in a DNA contact
region. The green residue represents the WT A288 amino acid. The gray residue represents
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the predicted A288V polymorphism. The G42, C253, Q315, and F319 residues indicate
other DNA contacting residues.
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