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Abstract The study of pre-translational effects (ionization,
tautomerization) and post-translational effects (methylation)
of adenine and thymine has only recently been the focus of
some studies. These effects can potentially help regulate gene
expression as well as potentially disrupt normal gene function.
Because of this wide array of roles, greater insight into these
effects in deoxyribonucleic acids (DNA) are paramount.
There has been considerable research of each phenomenon
(tautomerization, methylation and ionization) individually. In
this work, we attempt to shed light upon the pre-translational
effects and post translational effects of adenine and thymine
by investigating the electron affinities (EAs) and ionization
potentials (IPs) of the major and minor tautomers and their
methyl derivatives. We performed all calculations using the
density functional theory (DFT) B3LYP functional accompa-
nied with 6-311G(d,p), 6-311+G(d,p) and 6-311++G(df,pd)
basis sets. Our results reveal that the thymine tautomer has a
higher EA and IP than the adenine tautomers. The higher EA
suggests that an electron that attaches to the AT base pair
would predominately attach to the thymine instead of adenine.
The higher IP would suggest that an electron that is removed
from the AT base pair would be predominately removed from
the adenine within the base pair. Understanding how
tautomerization, ionization and methylation differences
change effects, discourages, or promotes one another is lack-
ing. In this work, we begin the steps of integrating these
effects with one another, to gain a greater understanding of
molecular changes in DNA bases.
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Introduction

Understanding the fundamental processes that govern de-
oxyribose nucleic acid (DNA) has been a primary focus for
many scientists [1-4]. DNA is the basic genetic heritage
material that is passed from one generation to next. It is
responsible for many biological functions, cellular replica-
tions, chemical regulations, and other processes critical to
life [5]. Disruption of DNA can lead to other detrimental
issues and diseases that threaten life. A complete under-
standing on the mechanism of DNA and how it regulates
these processes, including the disruptions that lead to com-
plex changes in its structure, has great intrinsic value.

A number of studies over the past 50 years have contrib-
uted valuable insight into the basic structure and function of
DNA [3, 5, 6]. The structure of DNA (particularly
nucleobase-pairing within the DNA structure), the role of
enzymes in reading and regulating DNA expression and
replication, the role that DNA plays in heredity, and the
fidelity of the processes, have revolutionized both medical
and scientific approaches to many areas from medical to
agricultural fields [3, 7].

However, the study of post-translational effects (e.g.,
methylation) and pre-translational effects (e.g., ionization,
tautomerization) has only recently been the focus of some
research studies [8, 9]. These effects can potentially help
regulate gene expression as well as potentially disrupt nor-
mal gene function. Because of its wide array of roles, greater
insight into these effects of DNA is crucial.

Much work has focused on understanding each of these
issues individually. The effect, of methylation is an
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Fig. 1 Guanine and cytosine tautomers

epigenetic effect that can be natural to the organism for the
purpose of regulating gene expression and DNA transcrip-
tion. Methylation can also be inflicted by external chemicals
(exogengous methylation) that can be misread by transcrip-
tional processes, creating abnormal events. Methylation of
DNA bases plays an imperative role in many biological
processes [10].

Methylation of the adenine nucleobase has been shown to
effect the interactions of regulatory proteins with DNA.
Particularly, N3-methyladenine causes highly cytotoxic le-
sions, but low mutagenity [11]. By obstructing the interac-
tion between DNA polymrase and adenine [1], unpaired
methylated adenine acts as a lesion that blocks replication.
Although research has identified tautomeric mutagenity,
little has been done to understand the mutagenic mecha-
nisms of tautomers and methyl derivatives. Yu et al. studied
the effect of three methylating agents on the reaction prob-
ability of thymine using density functional theory methods.
This study was used to determine the causes of mutagenesis,
genotoxicity and carcinogenesis initiated by the carcinogen-
ic methylating agents, idomethane (Mel), dimethyl sulfate
(DMS) and methyl methanesulfonate (MMS) [12].

Similarly, tautomerization has long been the focus of
computational studies, and limited experimental studies.
Basic information of the tautomers of DNA is well-known
and documented [13, 14]. These tautomers change from the
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enol to the keto form of each DNA base. This small change
may seem miniscule, but for DNA, tautomerism causes
point mutations to occur, which in-turn, causes mispairing,
depurination or depyrimidation, and eventually molecular-
based diseases [15]. Tautomeric interactions have played a
paramount role in the disruption of complimentary base
pairing of DNA. Although they are known to cause sponta-
neous mutations within DNA, little is known about the
mechanisms of the tautomers [16—18]. Some researchers
have reported types of tautomerization for each DNA base;
nevertheless, the information gathered is not enough to
understand the mechanisms of these structures.

Lastly, ionization is either caused by the oxidation of a
DNA nucleobase by another nucleobase, or by the introduc-
tion of a radical electron via a free radical molecule, namely a
hydroxy radical. It can lead to DNA damage and mutagenesis
[19]. Tonizing radiation, a focus of this study, produces enough
kinetic energy to remove an electron from (in our case) DNA.
This lone electron can cause single strand and double strand
breaks within the DNA helix. This type of radiation also
causes cross-links and oxidative base modifications [2, 20].

There has been considerable research studying the individ-
ual effects of methylation, tautomerization and ionization of
DNA nucleobases. However, there has been little work done
to understand the interplay between phenomena. In this work,
we begin the steps of integrating these effects to gain a greater
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Table 1 Adiabatic and vertical electron affinities of adenine and thymine tautomers (eV)

Compound  B3LYP/6-311G(d,p) B3LYP/6-311+G(d,p) B3LYP/6-311++G(df,pd) Experimental Theory

EAve EAad EAve EAad EAve EAad EAve EAad EAve EAad
N9H -1.40 —0.86 -0.73 —0.48 -0.33 -0.33 —-0.45% - —0.74° —0.40°
N7H -1.20 -0.51 —-0.15 -0.19 —-0.19 0.12 - - - -
N3H -0.59 —0.39 -0.17 0.01 -0.17 0.01 - - - -
Thymine —0.30 —0.69 —0.23 0.10 -0.20 0.09 -0.29¢ 0.12° -0.32° 0.14¢
“Ref [12]
PRef [14]
°Ref[13]
dRef [11]
°Ref [15]
insight of molecular changes that occur in DNA’s adenine and ~ EA,q = E(Myoptimized) — E(M,optimized) (2)
thymine tautomeric and methylated bases.

P, = EM,—1) — E(M,) (3)

Theoretical details
Full optimization of all geometric parameters of 12 model ~ EAve = E(M;) — E(Mn11), (4)

compounds were performed using the following level of theo-
ries (shown in Figs. 1 and 2): B3LYP/6-311G(d,p)>
B3LYP/6-311+G(d,p)>B3LYP/6-311++G(df,pd). The B3LYP
functional is in good agreement with the experimental value
and has been shown to give accurate results by other re-
searchers for determining electron affinities and ionization
potential for DNA bases [12, 21]. Singlepoint energy calcula-
tions were carried out for the cation, anion, and neutral radicals
of each optimization geometry. Adiabatic ionization potentials
(IP,q), electron affinities (EA,q), vertical ionization potentials
(IP,.) and electron affinities (EA,.) were calculated using Egs.
(1)—(4), respectively,

IP,q = E(Mj_optimized) — E(M,optimized) (1)

where E (M,, optimized) is the total energy of the opti-
mized parent compound, E (M,,.; optimized) is the total
energy of the optimized (n-l)-electron cation radical, E
(M,+; optimized) is the total energy of the optimized
(nt+1)-electron anion or neutral radical, E (M,) is the
total energy of the singlepoint energy calculation of
the parent compound, E (M,.;) is the total energy of
the single point energy calculation of the (n-1)-electron
cation radical and E (M) is the total energy of the
single point energy calculation of (n+1)-electron anion
or neutral radical. All density functional (DFT)
quantum-chemical calculations were accomplished using
the Gaussian-03 and 09 software package [22, 23].

Table 2 Adiabatic and vertical ionization potentials for adenine and thymine tautomers(eV)

Compound B3LYP/6-311G(d,p) B3LYP/6-311+G(d,p) B3LYP/6-311++G(df,pd) Experimental Theory
1P, 1P.q 1P, 1P.q 1Py, 1P.q 1Py 1P.q 1Py, 1P.q4

N9H 8.21 7.95 8.37 8.11 8.37 8.11 8.44% - 8.26" -
N7H 8.49 8.15 8.67 8.32 8.67 8.32 - - - -
N3H 8.34 7.87 8.52 8.04 8.52 8.04 - - - -
Thymine 8.88 8.64 9.02 8.78 9.03 8.78 9.11° - 9.01* -
*Ref [18]

PRef [16]

“Ref [17]
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Table 3 Adiabatic and
vertical electron affini-

ties of the methyl deriv-
atives of adenine and EAy. EAaq
thymine (eV)

Compound B3LYP/6-311+G(d,p)

NOH NIM 434 3.83
N7H NIM  4.74 4.04
N3H NIM 496 4.86
NOH N3M 433 4.05
N7H N3M 455 4.13
NOH N7M  4.72 4.19
N3H N7M 458 420
T 02M 494 4.69

Results and discussion

With an electron affinity of —0.33 eV, N9H, the canonical base
tautomer of adenine, maintains the closest EA to the experi-
mental value of —0.45 eV of the three tautomers. Both the N7H
tautomer and the N3H tautomer have larger electron affinities,
with the N3H tautomer EA being almost 0.5 eV larger than the
canonical base. The 0.5 eV difference is significant enough,
that N3H is the only tautomer that is predicted to add the
electron because of a positive electron affinity (Table 1). This
could explain the selection of the N9H tautomer over the other
adenine base tautomers in the basic DNA makeup of many
organisms. Thymine, the complementary base pair of adenine,
was predicted to have a larger electron affinity than adenine.
When allowed to relax in the presence of the electron, thymine
becomes receptive to attaining the electron (Table 1). This
would theorize that any electron that attaches to the AT base
pair would predominately attach to the thymine base instead
of the adenine base.

Table 2 presents the predicted values for the ionization
potential of the adenine tautomers and thymine. All three basis
sets, 6-311G(d,p), 6-311+G(d,p) and 6-311++G(df,pd), are in
good agreement with existing experimental and theoretical
values [14]. However, the basis sets with larger diffuse and
polarized functions (6-311+G(d,p) and 6-311++G(df,pd))

gave very similar predictions. This, once again, suggests that
the use of the larger basis set does not significantly add
accuracy to calculating the ionization potential. In this work,
6-311+G(d,p) gave reasonable results consistent with experi-
mental data [24]. When ranked in order of increasing electron
affinity, adenine tautomers align in the following order; the
highest ionization potential belongs to N7H followed by N3H,
and, lastly NOH is the lowest. N7H is predicted to be less
likely to lose an electron than the other tautomers.

The ionization potential for thymine is larger than the
adenine tautomers (Table 2). The value is in agreement with
current theoretical predicted values [25-27]. Again, thymine
is predicted to more strongly resist removal of an electron,
as compared to adenine. This would suggest that any elec-
tron removed from the AT base pair would be removed from
the adenine base within the base pair.

Table 3 presents the predicted values for the electron
affinities of the methyl derivatives of adenine and thymine.
The addition of a methyl group does not change the order of
the trend of EAs of the tautomers. The N9H methyl deriv-
ative EA values are the lowest as seen in the EA values of
the N9H tautomer (Table 1). The N7H and N3H methyl
derivatives continue to follow the trend. It should be noted
that N1 methylated N3H methyl derivative (N3H_N1M) has
the highest EA compared to the tautomers and methyl de-
rivatives. This raises the question of what causes such a
large difference between the N3H N1M and the N3H_N7M
structures. The N1 position seems to react more to the
addition of the methyl group than the N7 position. More
research should be performed to understand this phenome-
non. Thymine (Table 3) deviates from the trend of the
methylated DNA bases. The T_O2M methyl derivative has
a lower EA than the adenine methyl derivatives. This sug-
gests that an electron would attach to the methylated adenine
instead of the methylated thymine in an AT base pair.

Table 4 depicts the ionization potential values of the methyl
derivatives of adenine and thymine. The N7H N1M methyl
derivative was calculated to have the highest ionization po-
tential compared to the other methyl derivatives while

Table 4 Adiabatic and vertical

ionization potentials of the Compound B3LYP/6-311G(d,p) B3LYP/6-311+G(d,p) B3LYP/6-311++G(df,pd)

methyl derivatives of adenine

and thymine (eV) IPy. IPyq Py, IPaq Py, IPyq
NOH_NIM 13.02 12.74 13.08 12.80 13.08 12.81
N7H_NIM 13.45 13.02 13.52 13.08 13.52 13.10
N3H_NIM 12.90 12.44 12.98 12.51 12.97 12.52
N9H_N3M 13.04 12.70 13.10 12.76 13.11 12.77
N7H_N3M 13.35 12.93 13.42 13.00 13.42 13.01
N9H_N7M 12.84 12.62 12.91 12.69 12.91 12.70
N3H_N7M 13.43 12.94 13.49 13.00 13.49 13.01
T O2M 13.59 13.39 13.64 13.44 13.64 13.38
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N3H_NIM had the lowest ionization potential, implying that
an electron would attach to it before attaching to the other
methyl derivatives. This is a change in the trend compared to
the adenine tautomers. The addition of a methyl group
changes the trend for the ionization potential values of ade-
nine. The thymine methyl derivative is comparably higher
than the adenine methyl derivatives (which follows the trend
of the thymine tautomer). This increase is due to the double
bond between C2 and O2 causing the oxygen to be an ether
oxygen. Since the N3 C2 bond is not double bonded, as it
should be, a positive charge is located on N3. This positive
charge explains the large 1P, values in Table 4.

The difference between the electron affinity and ioniza-
tion potentials of the various tautomers for the adenine is
due to several factors; however, the amine group on the
adenine base is the main focus. The amine group (NH,) is
considered to be an activating substituent on the ring at the
para position. This activating group donates its lone pair of
electrons into the ring or conjugated 7t system causing the 7t
system to be more nucleophilic [28]. The substituent adja-
cent to the amine group (CH; and H, in this case) plays a
distinct role as well, since size of substituents also affects
the reactivity of the ring system [29]. It has been well
documented that according to the location of protonation
and/or methylation, aromaticity can increase or decrease
depending on which ring (pyrmidine or imidazole) is pro-
tonated and/or methylated [30—32]. The amine group at the
C6 position and proton located at the N7 position causes
steric hindrance due to the character of the amine group.
These findings suggest that the ionization potential of ring
systems with an amine group and an adjacent substituent
could decrease according to Table 2 and IV IP,4 values. For
example, due to the location of the H at the N9 position the
NO9H adenine is not as affected by steric hindrance as N7H.
Furthermore, the N3H and N9H (imino form) demonstrate
the aforementioned characteristic as well. It is predicted that
other DNA bases will exhibit this NH, trend.

Conclusions

A DFT study was performed to take steps toward bridging
the gap of understanding between the pre-translational ef-
fects (tautomerization, ionization) and post-translational ef-
fects (methylation) of the tautomers and methyl derivatives
of adenine and thymine. We conclude that;

1. As compared to other tautomers, the N3H tautomer had
the highest electron affinity while the N9H tautomer had
the lowest electron affinity. This adds to the explanation
of why the N9H tautomer of adenine is considered to be
the canonical structure. The N3H tautomer also had the
highest ionization potential. Thymine had a higher
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electron affinity and ionization potential than the ade-
nine tautomers. Therefore, the trend for the electron
affinities and ionization potential from highest to lowest
is as follows:

Thymine > N3H > N7H > N9H (EA)

Thymine > N7H > N3H > N9H (IP).

2. As predicted, the addition of a methyl group does not
affect the structure of the adenine and thymine, howev-
er, it does affect the ionization potential of adenine and
thymine. The electron affinities of the methyl deriva-
tives follow the same trend as seen above, however the
ionization potentials of the methyl derivatives differ:

Thymine > N7 > N9 > N3 (IP).

As stated earlier, the NH, plays a key role in the differ-
ences in the electron affinities and ionization potential of the
various tautomers investigated in this theoretical study.

Acknowledgments I would like to acknowledge Dr. Kari Copeland for
her expertise. This work is supported in part by United States Department
of Education Title III Graduate Education Program at Jackson State
University, Grant No. P031B090210-12, the National Science Founda-
tion, Experimental Program to Stimulate Competitive Research
(EPSCoR), Experimental Program to Stimulate (EPS) 0903787 and
EPS 1006883, and Mississippi Center for Supercomputing Research
(computer time).

References

. Fronza G, Gold B (2004) J Cell Biochem 91:250-257
. Hutchinson F (1985) Prog Nucleic Acid Res Mol Biol 32:115-154
. Willerslev E, Cooper A (2005) Proc R Soc 272:3-16
. Szyf M (2005) Biochemistry 70:651-669
. Szyf M (2009) Ann Rev Pharm Tox 49:243-263
. Garner E, Costanzo V (2009) DNA Repair 8:1025-1037
. Ma DL, Chan DSH, Lee P, Kwan MHT, Leung CH (2011)
Biochimie 93:1252-1266
8. Oliveira HR, Civan P, Morales J, Rodriguez-Rodriguez A, Lister
DL, Jones MK (2012) J Archae Sci 39:828-835
9. Pluhafova E, Jungwirth P, Bradforth ES, Slavick P (2011) J Phys
Chem B 115:1294-1305
10. Szyf M (1996) Pharmacol Ther 70:1-37
11. Settles S, Wang R-W, Fronza G, Gold B (2010) J Nucleic Acids
doi:10.4061/2010/426505
12. Yu S-W, Chen G, Xie X-G, Lin X-F, Yang S-Y (2012) Chinese J
Struct Chem 31:292-298
13. Gu J, Leszczynski J (1999) J Phys Chem A 103:2744-2750
14. Forde GK, Forde AE, Hill G, Ford A, Nazario A, Leszczynski J
(2006) J Phys Chem B 110:15564-15571
15. Freitas AA, Pedro de Magalhdes J (2011) Mutat Res 728:12-22

~N NN R LN


http://dx.doi.org/10.4061/2010/426505

J Mol Model (2013) 19:3543-3549

3549

16.

17.

18.

19.
20.

21.
22.

23.

Harris VH, Smith CL, Cummins WJ, Hamilton AL, Adams H, Dickman
M, Homby DP, Williams DM (2003) J Mol Biol 326:1389-1401
Gorb L, Podolyan Y, Leszczynski J, Siebrand W, Fernandez-
Ramos A, Smedarchina Z (2002) Biopolymers 61:77-83
Zhanpeisov NU, Sponer J, Leszczynski J (1998) J Phys Chem A
102:10374-10379

Hall D, Holmlin ER, Barton KJ (1996) Nature 382:731-735
Martin LM, Marples B, Coffey M, Lawler M, Lynch TH,
Hollywood D, Marignol L (2010) Cancer Treat Rev 36:518-527
Li X, Cai Z, Sevilla MD (2002) J Phys Chem A 106:1596-1603
Frisch MJ et al. (2004) Gaussian 03, Revision C.02. Gaussian, Inc,
Wallingford

Frisch MJ et al. (2009) Gaussian 09, revision A.l. Gaussian, Inc,
Wallingford

24.
25.
26.
27.
28.

29.
30.

31.

32.

Yu C, Peng S, Akiyama I, Li K, Lee KL, LeBreton RP (1980) J
Am Chem Soc 102:4627-4631

Close DM, @hman KT (2008) J Phys Chem A 112:11207-11212
Paukku Y, Hill G (2011) J Phys Chem A 115(18):4804-4810
Cysewski P, Jeziorek D, Olinski R (1998) J Chem Soc Faraday
Trans 94(13):1813-1821

Solomons TWG, Fryhle C (2011) Organic Chemistry, 10th edn.
Wiley, New York

Demeo DA, El-Sayed MA (1970) J Chem Phys 52:2622-2629
Chandra AK, Tho Nguyen M, Uchimaru T, Zeegers-Huyskens T
(1999) J Phys Chem A 103:8853-8860

Cysewski P, Bira D, Bialkowski K (2004) J Mol Struct Theochem
678:77-81

Cysewski P (2005) J Mol Struct Theochem 714(31):29-34

@ Springer



	Theoretical study of the pre- and post-translational effects of adenine and thymine tautomers and methyl derivatives
	Abstract
	Introduction
	Theoretical details
	Results and discussion
	Conclusions
	References


