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Abstract

7,8-dihydro-8-oxoguanine (8-0xoG) is a major oxidative lesion found in DNA. The 8-oxoguanine
DNA glycosylases (Ogg) responsible for the removal of 8-0xoG are divided into three families:
0Ogg1l, Ogg2 and AGOG. Since Ogg2 members are devoid of the recognition loop used by Ogg1l to
discriminate between 8-0xoG and guanine it was unclear until recently how Ogg2 enzymes
recognize the oxidized base. We present here the first crystallographic structure of an Ogg2
member, Methanocaldococcus janischii Ogg, in complex with a DNA duplex containing the 8-
oxoG lesion. This structure highlights the critical role of the C-terminal lysine, strictly conserved
in Ogg2, in the recognition of 8-0x0G. The structure also reveals that, similarly to Oggl
glycosylases, Ogg2 undergoes a conformational change upon DNA binding. Furthermore, this
work provides a structural rationale for the lack of opposite base specificity in this family of
enzymes.
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Introduction

One of the most abundant oxidative lesions in DNA is 7,8-dihydro-8-oxoguanine (8-
0x0G). 1 8-0x0G results from the oxidation of guanine in DNA via oxidizing agents and
ionizing radiation. 8-0xoG is highly mutagenic because of its ability to form a Hoogsteen
pair with adenine (8-ox0G:A), which can lead to a G:C — T:A transversion mutations after
replication. % 3 Cells have developed mechanisms to repair damaged bases in DNA. One of
these mechanisms is known as the Base Excision Repair (BER) pathway. 4 8-0x0G is
recognized and cleaved by two enzymes of the BER pathway, namely
formamidopyrimidine-DNA glycosylase (Fpg) and 8-oxoguanine DNA glycosylase (Ogg).
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While Fpg is found mostly in bacteria, Ogg is the main 8-oxoG DNA glycosylase in
eukaryotes and archaea.

The Ogg DNA glycosylases share the helix-hairpin-helix (HhH) signature motif of the HhH-
GDP superfamily 5 6 and are divided into three structurally distinct families: Oggl, Ogg2
and archaeal GO glycosylase (AGOG). The Oggl family encompasses the largest number of
members including the well-studied human OGG1 (hOGG1) 7: 8 9:10:11:12:13 gnq the
atypical bacterial Ogg1 from Clostridium acetobutylicum (CacOgg) 14 15 16, Even though
the Oggl gene products can vary considerably in size these enzymes all share a similar
tertiary fold composed of three domains. 14 Ogg2 was the last Ogg family to be structurally
characterized and comprises primarily archaeal enzymes, such as Methanocaldococcus
janischii Ogg (MjaOgg) and Sulfolobulus solfataricus Ogg (SsoOgg).1” Ogg2 glycosylases
comprise two domains separated by the HhH motif and, in contrast to Ogg1l, are less
variable in size (+ 207 amino acids). 18 19: 20: 21 0gg2 enzymes also display a less stringent
opposite base specificity than Oggl. 1% 2! Finally, members of the third family, AGOG,
share a similar two-domain architecture with Ogg2. The HhH motif in AGOG, however,
differs from that of Ogg1l or Ogg2. 22 23

An obvious difference between 8-0xoG and guanine is the presence of an oxygen atom at
the C8 atom of guanine to form a keto group. Surprisingly, Oggl enzymes did not exploit
this feature to distinguish between guanine and 8-0xoG as there is no interaction between
the enzyme and the C8-oxygen. However, as a consequence of C8 oxidation, an electron
delocalizes from C8 to N7, which drives N7 to attract a proton. This second feature of 8-
oxoG appears to be a major contributor to 8-0xoG recognition by Oggl: The N7-H atom
participates in a hydrogen bond with the main chain carbonyl of a conserved glycine (Gly42
in hOGG1 and Gly30 in CacOgg 16° 24) located in the aA-BB recognition loop of domain

A, 14:16:24:25 | G js bound instead of 8-0x0G, then the attractive interaction between the
glycine carbonyl and the 8-oxoG N7-H is predicted to be replaced by a repulsive interaction
between the same carbonyl and the N7 lone pair of G. 26 AGOG, on the other hand, seems
to recognize the two features that distinguish 8-oxoG from guanine, interacting with both
C8-oxygen and N7-H atom. 22 Moreover, the interactions between AGOG and 8-0x0G
involve the side chains of two residues and not a main chain carbonyl as seen in Oggl. Ogg2
members lack the a A-pB loop used by Oggl to specifically interact with 8-oxoG and until
recently, it was unclear how Ogg2 would select for 8-0xo0G. We previously reported the
unliganded crystal structures of two members of the Ogg2 family, MjaOgg and SsoOgg, 1’
and predicted that the conserved C-terminal lysine would play a crucial role in the
distinction between 8-0xoG and G in this family of enzymes.

Here we describe the first structure of any Ogg2 enzyme bond to substrate DNA, a 15-mer
DNA duplex containing the 8-0xoG lesion. The Methanocaldococcus janischii Ogg
structure illustrates the crucial role of the conserved Ogg2 C-terminal lysine in 8-0xoG
recognition. In addition, the structure revealed conformational changes upon binding DNA
by MjaOgg of a magnitude similar to that reported for Ogg1. 16: 25 Furthermore, analysis of
the interactions between the enzyme and the estranged base provides an explanation for the
lack of opposite base specificity displayed by Ogg2 compared to hOGGL1.

Crystallization and structure determination of MjaOgg in complex with DNA containing 8-

oxoG:C

A single crystal of MjaOggK129Q in complex with a 15-mer duplex DNA oligonucleotide
containing 8-0xoG paired with C was used to collect a 2.7 A data set at the Advanced
Photon Source (See Table 1 for diffraction statistics). Crystals of the MjaOggK129Q/8-
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0x0G:C complex belong to the monoclinic space group P2;. Diffraction data processing
showed the crystal was twinned with a twin law of (h, -k, -h-1) and twin fraction of 0.288.

A Matthews coefficient calculation 27 indicated the possibility of four molecules by
asymmetric unit. Phenix.automr 28 found the correct solution for the four molecules with
LLG=1294 and R=0.354 using the apo-MjaOgg structure 17 as search model. The resulting
electron density map was well defined and density was observed for the four protein/DNA
complexes (see figure 1). The final model was refined to a Ryork/Rree 0f 0.180/0.224 and
rmsd of 0.006A and 1.191 for bonds length and angles, respectively. The four copies of the
MjaOgg complexes are nearly equivalent (overall rmsd =0.4 A). We describe below the
interactions observed in molecule A.

Overall structure description

MjaOgg is composed of two domains separated by the central HhH motif considered to be
the fingerprint of this family of DNA repair glycosylases. 2° The N-terminal domain forms
an orthogonal helix bundle and encompasses helices aB to aJ, whereas the C-terminal
domain comprises helices oA and oK to aM. 17 The DNA binds in the groove between the
two domains and the HhH motif (see below). The 8-0x0G base is flipped out the DNA helix
and lies in the substrate binding site. The space vacated by 8-0xoG is filled by Asn49 of the
small aC—aD loop. The DNA molecule is bent by an angle of about 26° (calculated with
CURVES 5.1 30) centered at the lesion site. A sodium ion is found at the junction of the
hairpin of the HhH motif and a phosphate group from the DNA backbone. The identity of
the metal ion was deduced based on geometry (octahedral), bound distances (average of 2.5
A) and the previously determined structure of CacOgg. 16

8-0x0G binding site

The 8-0x0G binding site is a deep polar pocket located at the interface between the two
domains of MjaOgg. Once in this pocket, 8-0xoG engages in several H-bonds with residues
from both domains (see figure 2). Briefly, the six-membered ring of the 8-oxoG base
interacts with the side chains of Arg136, Asp147, and Asp194. In addition, the main chain N
of Ala52 and side chain of His149 interact with the phosphate group of 8-oxoG. Finally, the
N7-H atom of 8-0xoG is H-bonded to the C-terminal carboxyl group of Lys207. This
hydrogen bond mimics the interaction between the main chain carbonyl of a conserved
glycine (Gly42 in hOGG1) of the aA-BB loop and the damaged base in hOGGL1. This H-
bond is critical for the ability of Ogg1, and now Ogg2 enzymes, to distinguish between 8-
0x0G and guanine. It is noteworthy that, similarly to Oggl enzymes 16: 24, Ogg2 does not
interact with the C8 oxygen atom of 8-0xo0G. Furthermore, in addition to the hydrophilic
interactions described above, 8-0xoG is sandwiched between His133 and Trp198. Trp198 is
conserved among Ogg2 family members and plays a similar stacking role as the conserved
Phe319 in hOGGL1.

Interactions of MjaOgg with DNA and the estranged base

The DNA duplex participates in H-bonds with several protein residues. Most of these
interactions involve the 8-0xoG lesion. The remaining hydrophilic contacts are made with
the DNA backbone and the estranged base. The protein-DNA interactions are summarized in
figure 3. Briefly, a total of 17 amino acids contact 8 nucleotides. The majority of hydrophilic
contacts between DNA and MjaOgg are to the DNA strand containing the 8-oxoG lesion
and primarily to the DNA phosphate groups. Only two bases, 8-0xoG and the estranged C,
are H-bonded to the protein. In addition, the amino group of residue Asn49 interacts with the
deoxyribose of the 8-0x0G 3’-neighboring base. Similarly to Oggl enzymes, an aromatic
residue (Phe85) is inserted between the estranged base and its 5’- neighbor, thereby creating
the bend in the DNA. Other than the stacking interaction with Phe85, the estranged base

J Mol Biol. Author manuscript; available in PMC 2011 May 3.



1duasnuey Joyiny vd-HIN 1duasnuey Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Faucher et al.

Page 4

shows very little contact with the protein, interacting with a single residue, Arg84, via two
H-bonds. (Figure 4)

Structural reorganization upon DNA binding

Similarly to Oggl enzymes, which display a significant reorganization of the C-terminal
domain upon binding to DNA or an 8-oxoguanosine nucleoside 14 16: 25 the C-terminal
domain of Ogg2 undergoes a conformational change upon DNA binding (see figure 5a).
Most of this movement is localized in loop aC-aD, loop aF-oG, helix aK and the long loop
between alL and aK. This is not surprising since several residues of these secondary
structure elements are involved in H-bonding interactions with the DNA molecule. To a
lesser extent, helices oA, aB, aD and aL shift towards the 8-0xoG binding site. Several side
chains undergo some reorganization to interact with the DNA. Among these, His149 and
Trp198 move drastically in order to bind and/or stabilize 8-0xoG in the active site (figure
5b). In contrast the position of the C-terminal Lys207 is not altered by DNA binding.

Discussion

Structural comparison of the MjaOgg/DNA complex with the apo-MjaOgg model

It has been shown previously that some structural elements, mostly from the C-terminal
domain, of Oggl enzymes undergo a conformational change upon binding to DNA or even
upon binding to a simple nucleoside. 14 25 We now show that Ogg2 glycosylases behave
similarly, exhibiting a conformational change of the C-terminal domain and of loop aC—aD
from the N-terminal domain upon binding DNA. Globally these conformational changes are
triggered by the formation of several hydrophilic contacts between the deep groove of
MjaOgg and the DNA duplex. The DNA molecule interacts mostly with helices aK and aM
and with loops aC-aD, aF-aG, aL-aK and the C-terminal loop (figure 5). However, helices
aA, oB and aD undergo some reorganization despite the fact that they are not directly
involved in binding DNA. These helices seem to move to accommodate and maintain their
interactions with the structural elements that interact with DNA. A H-bond is formed over
the backbone of the DNA lesion between Asn49 and Arg148. The MjaOgg-Asn49 residue is
conserved in both Ogg2 and Ogg1l families (hOGG1-Asn149 and CacOgg-Asn127), but
instead of forming a “bridge” over the DNA backbone, the hOGG1 counterpart is involved
in estranged base recognition (see section 4.3). It is noteworthy that the C-terminal Lys207
superimposes very well in both the apo- and MjaOgg/DNA complex forms: The side chain
of Lys207 is involved in several hydrophilic interactions stabilizing its conformation and
essentially locking it in position. More importantly, the carboxy terminal group of Lys207
occupies the same position in both forms (apo and DNA-bound). This is reminiscent of what
was described for hOGG1 where Gly42, the residue that interacts with the N7-H of 8-oxoG
via its main chain carbonyl group, adopts the same backbone conformation in apo- and DNA
bound structures. Verdine and collaborators have proposed that this “hardwiring” of the
position of Gly42 is essential for the distinction between G and 8-0xoG, which arises from
the repulsion between the Gly-42 amide and the N7 of G and the attractive interaction
between the same amide and the protonated N7 of 8-ox0G. 31

One major feature of enzymes bearing the HhH motif is their ability to bind one metal cation
between the hairpin and DNA. 32 Characterization of the HhH motif suggested that DNA
binding is dependent on the presence of a metal ion. We indeed observe a sodium ion
between the DNA phosphate and carbonyl groups of the hairpin from the HhH motif of
MjaOgg. The sodium ion interacts with the backbone carbonyl groups of Val120, 1le123 and
I1e126, in addition to a phosphate oxygen of Cytosine 26 and a water molecule (see figure
6). These interactions occur only in the presence of DNA since no ion was observed in the
apo-MjaOgg model. Similar metal ion interactions between the HhH and DNA were
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reported for CacOgg/DNA complexes 16 but, surprisingly, not for the hOGG1/DNA
complex (PDBID 1EBM) 24. Examination of the electron density map of the 1IEBM model
reveals density near the HhH motif, which was assigned in the model as a water molecule
(A426) but could be attributed to a cation, based on geometry and distance. Indeed more
recent crystal structures of hOGG1 DNA complexes include a metal ion (Ca2*) at the
junction between the hairpin and the DNA (PDB ID 2NOB, 2NOE; 31).

Molecular determinants for 8-0xoG recognition by Ogg2

Most DNA glycosylases bind their DNA substrate and flip the damaged base into a deep
cavity lined with residues that participate in lesion recognition and catalysis 33. In Ogg2 8-
oxoG is flipped out from the DNA helix and bound in a cavity located at the junction
between the two domains. The 8-0xoG lesion differs from guanine by the presence of a keto
group on the C8 atom. However, Ogg2 enzymes did not exploit this difference to recognize
the damaged base but rather use the proton addition on the N7 atom to distinguish between
the two bases. It has been established that Oggl mainly discriminates between guanine and
8-0x0G via a H-bond between a conserved glycine, from the N-terminal domain, and the
N7-H atom of 8-ox0G. 14 24: 26 Since Ogg2 members are devoid of the N-terminal domain
of Oggl, the mechanism for guanine/8-oxoG distinction was unclear until recently. We
previously surmised that the C-terminal lysine might play a crucial role in binding 8-oxoG
by comparing apo-MjaOgg with hOGG1 and CacOgg bound to DNA. 17 We found that the
C-terminal loop of Ogg2 superimposes very well onto the Oggl loop (aA-BB) involved in 8-
oxoG recognition. More specifically, we noticed that Lys207 of Ogg2 overlaps with the
conserved glycine in Oggl responsible for binding the N7-H atom of 8-oxoG. The C-
terminal lysine is absolutely conserved in the Ogg2 family (figure 7), supporting its critical
involvement in 8-0xoG binding. A variant of MjaOgg missing the last three residues was
shown to have no detectable glycosylase activity on 8-oxoG-containing DNA 17 By
crystallizing MjaOgg in complex with a DNA oligonucleotide bearing the 8-oxoG lesion, we
now confirm the critical role of the lysine residue in G/8-0xoG distinction by means of a H-
bond between the carboxyl group of Lys207 and the N7-H atom of 8-oxoG.

As mentioned above, the C-terminal lysine is strictly conserved in Ogg2 enzymes. The
conservation of a lysine in the ultimate position may be puzzling at first glance because only
the carboxyl group of this residue is involved in a H-bond with 8-0x0G; any residue at this
position would presumably be capable to partake in the same interaction through its
carboxyl group. The evolutionary pressure to keep a lysine must reside elsewhere. As seen
on figure 2, Lys207 is involved in multiple interactions with several polar residues in
addition to 8-0x0G. One of the two Lys207 carboxyl oxygens is stabilized via two H-bonds
with two conserved residues (His133 and Arg136). These interactions help orient the other
oxygen atom for interaction with N7-H of 8-0xoG. The NH3* moiety is bound by GIn59 and
by the negatively charged and strictly conserved Glu40. The aliphatic part of Lys207 stacks
against the conserved Phe43. The stabilization of both NHz* and COO™ moieties of Lys207
may help the proper folding of the C-terminal loop in a position suitable for the binding of
8-0x0G. The C-terminal lysine of Ogg2 may therefore serve a dual role: The NH3* group
helps stabilize the C-terminal loop in the proper conformation for substrate binding while
the Lys207 carboxyl group interacts specifically with 8-0xoG.

Although a direct interaction between a protein oxygen and the N7-H of 8-oxoG has been
observed in Oggl and Ogg2 enzymes, another hypothesis has been put forth to explain the
guanine/8-oxoG distinction by Ogg glycosylases: The dipole change on the C8 and N7
atoms of 8-0xoG compared to guanine has been proposed to be involved in the specific
recognition of the lesion by hOGG1. 26 The hOGG1 structural characterization supports this
idea because the 8-0xoG binding site appears to complement the dipole observed on 8-
0x0G. However, one of the residues involved in the hOGG1 binding site dipole (Cys253-S7)
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is not conserved in Ogg2 and is replaced by an histidine (MjaOgg-His133), implying that the
dipole effect may be less critical in Ogg2.

Lack of estranged base specificity in Ogg2 glycosylases

Two previous studies have shown that Ogg2 glycosylases display very little preference for
the base opposite the lesion. 19 21 The majority of Ogg2 enzymes are found in archaea
(mostly anaerobic) and in a few anaerobic bacteria. The exposure of these organisms to
oxygen is likely to be sporadic and thus the formation of 8-oxoG a rare event. There was
therefore little evolutionary pressure to maintain an estranged base specificity opposite 8-
oxoG similar to that of Oggl. The availability of the MjaOgg structure in complex with
DNA provides a unique opportunity to further investigate the lack of estranged base
specificity of Ogg2 enzymes. As shown in figure 4A, the estranged cytosine interacts with
only two residues, Arg84 and Phe85. Phe85 appears to have a structural equivalent in all
three Ogg families, being either a phenylalanine or a tyrosine. The aromatic residue stacks
against the 8-0xoG base and therefore cannot distinguish between the four possible DNA
bases. Similarly to CacOgg (a peculiar bacterial Oggl enzyme with little preference for the
base opposite the damage during base excision), MjaOgg binds the estranged base with only
one strictly conserved arginine (Arg84) (in MjaOgg the arginine NHe and NH; interact with
the cytosine O2 and N3 rather than NH; and NH5 in CacOgg). In contrast to CacOgg and
MjaOgg, hOGGL1 interacts with the estranged base via two arginine residues: Arg 204,
which corresponds to MjaOgg Arg84, and Arg154. Arg154 has been shown to play a crucial
role in opposite base selection. 24 Although the naturally occurring hOGG1 R154H variant
has a glycosylase activity similar to wild-type its opposite base specificity is reduced: it can
excise 8-0xoG opposite A nearly as efficiently as opposite C. In CacOgg the residue
corresponding to hOGG1 Argl154 is a methionine (Met132). We showed recently that
substituting arginine for the methionine increases specificity for 8-oxoG:C relative to 8-
0x0G:A 16 These findings indicate that the specificity for C in hOGG1 arises primarily from
Arg154, a residue that is missing in Ogg2 enzymes. In Oggl, another conserved residue
(hOGG1-Asn149; CacOgg-Asnl27) is involved in the binding of the estranged base. This
residue has a structural equivalent in Ogg2 enzymes (MjaOgg-Asn49), which instead of
binding the estranged base participates in a H-bond with Arg148, thereby holding the DNA
in the enzyme groove. The paucity of interactions between MjaOgg with C is such that the
estranged base binding site should accommodate any other natural DNA base at the
estranged position. Biochemical studies have shown that AGOG also shows no preference
for the estranged base. 23 Analysis of the lack of specificity for the estranged base in AGOG
will have to await a structure of AGOG with substrate DNA.

Concluding remarks

We presented here the first crystal structure of an Ogg2 enzyme in complex with a DNA
duplex containing the 8-o0xoG lesion opposite cytosine. We confirmed our earlier hypothesis
regarding the crucial role of the Ogg2 C-terminal lysine in 8-0xoG recognition via a protein
carbonyl - 8-oxoG N7-H hydrogen bond interaction reminiscent of that described in
hOGG1. We also showed that Ogg2 undergoes a conformational change upon DNA binding
similar to that described for Ogg1l glycosylases. We observed that metal ion coordination
within the HhH motif accompanies the binding of DNA. Finally, the MjaOgg structure in
complex with DNA provides an explanation for the lack of estranged base specificity of
Ogg2 enzymes.
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Material and methods

Protein expression and purification

The open reading frame of MjaOgg was cloned using Ndel-Xho1 restriction sites of a
PET-22b vector (Novagen). A penta-histidine-tag sequence was inserted before the first
ATG codon of MjaOgg while the stop codon was conserved. A glycosylase deficient variant
(K129Q) was generated by site directed mutagenesis (QuikChange, Stratagene). After
overnight expression at room temperature with 0.1mM IPTG, the bacterial pellet was
sonicated in lysis buffer (50 mM Na-Phosphate pH 8.0, 300 mM NaCl, 5 mM imidazole).
The centrifuged lysate was loaded on a Ni-NTA column (GE Healthcare) and eluted using
an imidazole gradient (0 — 300 mM). Pooled fractions of MjaOgg were dialyzed in 50 mM
Tris-HCI pH 7.6, 150 mM NaCl and 1 mM B-mercaptoethanol then loaded on an SP column
(GE Healthcare) and eluted with a NaCl gradient (0.1 — 1.5 M). The purified protein was
concentrated to ~ 4 mg/ml prior to crystallization.

Crystallization of MjaOgg in complex with a 15mer 8-o0xoG:C DNA molecule

Crystals of MjaOggK129Q in complex with DNA were obtained by hanging-drop vapor
diffusion at 12°C. DNA oligonucleotides (15-mer) were ordered from Midland Certified
Reagent Co. (Midland, TX) and purified on an acrylamide gel. The sequences were as
follows: 5’-ACG-TCC-AXG-TCT-ACC-3’ and 5’-TGG-TAG-ACC-TGG-ACG-3’ where X
is 8-0x0G. Protein and duplex DNA were mixed in a 1:1 molar ratio. Crystals grew in 2 pL
drops containing a 1:1 ratio of protein/DNA mix and well solution (16% (w/v) PEG-8000,
0.1 M Tris-HCI pH 6.5 and 0.1 M NaCl). Typical crystals grew to dimensions suitable for
X-ray diffraction experiments (200 x 70 x 70 pm?3) in about two weeks.

X-ray analysis of diffraction experiments

A complete data set was collected at 100 K and at a wavelength of 1.0332 A at beamline 23-
ID-B at the Argonne Advanced Photon Source. Diffraction data were indexed using XDS 34
and scaled with XSCALE. The data could be indexed in either monoclinic P2 or centered
orthorhombic C222 space groups with unit-cell parameters a=54.80 A, b=150.03 A, ¢=90.27
A B=107.53° and a=54.8 A, b=171.78 and ¢=150.03 A, respectively. Examination of
systematically absent reflections revealed a two-fold screw axis, leaving P21 and C222; as
possible space groups. However, scaling statistics were slightly worse in C222;
(Rmerge=0.116) compared to P2; (Rpyerge=0.107). The space group was judged to be P2; and
a Matthews coefficient calculation 27 suggested four molecules per asymmetric unit for an
estimated solvent content of 52%. Further analysis using phenix.xtriage 28 revealed the
presence of a pseudo-merohedral twinning with twin law = (h,-k,-h-I) and a twin fraction of
0.29 and confirmed the monoclinic space group P2;. Twinning occurs when two crystals of
different relative orientations inter-grow. MjaOgg crystals display a rare pseudo-merohedral
twinning meeting the condition: ¢ cosf = —a/2, i.e. the two unit cells of the twin domain
share the same a and b axes, but in opposite directions. Nevertheless, twinned data have
been used successfully for structure determination by molecular replacement. 35 36

Structure determination of MjaOgg/DNA complex

The structure of the MjaOgg/DNA complex was obtained by molecular replacement using
the coordinates of apo-MjaOgg (RCSB PDBid 3FHF 17). The structure was solved with
phenix.automr 28 by using both the twin law and twin fraction. A very clear F,-F electron
density map corresponding to DNA (including 8-oxoG and opposite base) was observed
immediately after molecular replacement for each of the four molecules by asymmetric unit
(see figure 1). The initial model was submitted to rigid body refinement and one cycle of
simulated annealing at 3000 K followed by energy minimization and B-factor refinement
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cycle with CNS twinning inputs. 37 Afterwards, the model was refined with CNS 37 and
phenix.refine 28 by simple energy minimization followed by isotropic B-factors refinement
(restrained and individual) and corrected by manual rebuilding using COOT. 38 The quality
of the model was verified with PROCHECK and COOT. 38: 39 The penultimate residue,
Leu206, has (phi, psi) angles in a disallowed region of the Ramachandran plot. This residue
immediately precedes the C-terminal lysine, which is locked in position by several H-bond
interactions with both DNA and protein residues and might therefore induce a strained
conformation for Leu206.
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Fig. 1.

A) Fo-Fc electron density map at 2.5¢ level calculated after molecular replacement (i.e.
before any model refinement). The DNA backbone from the refined model is superimposed.
B) Fo-Fc electron density map at 3c level calculated around the DNA molecule. MjaOgg is
colored according to Ca B-factors (blue to red, from high to low). DNA is colored using
standard CPK colors. Figure 1, 2, 4, 5 and 6 were prepared using PyMOL. 40

J Mol Biol. Author manuscript; available in PMC 2011 May 3.



1duasnuey Joyiny vd-HIN 1duasnuey Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Faucher et al.

Page 12

a

Fig. 2.

Close-up view of MjaOgg residues interacting with 8-oxoG and Lys207. Only residues
involved in H-bond and stacking interactions with 8-0xoG or Lys207 are depicted. The H-
bond between the C-terminal lysine (Lys207) carboxyl and the 8-0xoG N7-H atom is
colored in red. This H-bond is a critical molecular determinant for 8-oxoG recognition. 17
The C-terminal loop is colored in red.
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Fig. 3.

Schematic representation of MjaOgg-DNA interactions. Phe85 is wedged between the
estranged cytosine and its 5’- neighbor, whereas 8-0xoG is sandwiched between His133 and
Trp198 (Stacking interactions are depicted with red spoked arcs). Only Arg84 interacts with
the estranged cytosine. The sodium ion interaction with DNA is shown and the H-bond
between Asn49 and Arg148 over the DNA backbone is depicted with a green dash line.
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MjaOgg and hOGG1 interactions with the estranged cytosine. A) MjaOgg residues involved
in H-bond and stacking interactions are depicted. Only Arg84 is involved in binding to the
estranged base whereas Phe85 stacks against the cytosine. B) In hOGGL1 three residues
(Asn149, Arg154, and Arg204) participate in H-bond interactions with the estranged
cytosine.
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His149

C-terminal

Lysine

Fig. 5.

A) Superposition of apo-MjaOgg (RCSB PDBid:3FHF 17) and MjaOgg/DNA complex.
Apo-MjaOgg is shown in sand color while the MjaOgg/DNA complex is colored according
to the RMSD between the two models (blue for low RMSD and red for high RMSD). DNA
is shown in transparent mode for clarity. The C-terminal Lys207 superimposes perfectly in
both the apo- and liganded forms. B) Close-up view of residues that undergo a large shift
upon binding 8-oxoG (apo-MjaOgg amino acids are shown in beige and the MjaOgg/DNA
complex residues are depicted in standard CPK colors).

Trp198
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Fig. 6.
Sodium ion interactions at the junction between DNA and the hairpin from the HhH motif of
MjaOgg.

J Mol Biol. Author manuscript; available in PMC 2011 May 3.



1duosnuey JoyIny vd-HIN 1duosnuey JoyIny vd-HIN

1duosnuei\ Joyiny Vd-HIN

Faucher et al. Page 17

Fig. 7.

Protein sequence alignment of ten Ogg2 glycosylases from different species, showing
conserved areas (Black shaded areas indicate strictly conserved residues whereas gray shade
signifies partial conservation). The different species are as follows: MjaOgg,
Methanocaldococcus janischii; SsoOgg, Sulfolobulus solfataricus; MthOgg, Methanosaeta
thermophila; FacOgg, Ferroplasma acidarmanus; AfuOgg, Archaeoglobus fulgidus;
CkoOgg, Candidatus Korarchaeum; MvuOgg, Methanocaldococcus vulcanius; CprOgg,
Coprothermobacter proteolyticus; TmaOgg, Thermotoga maritima; and FnoOgg,
Fervidobacterium nodosum.
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MjaOggK129Q/8-
oxoG:C
Data collection
Wavelength (A) 1.0332

Resolution (A) &
Space group

Unit-cell parameters a,b,c (A)

19.84-2.7 (2.8-2.7)
P2,
54.80, 150.03, 90.27

B(°) 107.53

Total reflection 137275 (12247)
Unique reflection 35975 (3160)
Redundancy 3.8(3.9)
Completeness (%) 94.2 (81.2)
1/o(1) 13.2 (2.2)
Rmerge (%0) 10.7 (70.7)
Refinement

Reryst (%) 18.1 (30.4)
Rtree (%)b 22.4 (34.4)
Rmsd from ideal bond length (A)/angles (°)  0.006/1.19
Average B factors (A2) 63.3
Twinning

Twin law (h,-k,-h-I)
Twin fraction 0.288
Ramachandran plot (%6)

Most favored regions 89.0
Allowed regions 10.5
Disallowed regions 0.5

a . . . .
High-resolution shell is shown in parentheses.

b . . . )
Rfree was calculated with 5% of the reflections not used in refinement
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