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Abstract N,N′,N″-triethylenethiophosphoramide (Thiotepa)
and its oxo analogue (Tepa) as the major metabolite are
trifunctional alkylating agents with a broad spectrum of anti-
tumor activity. In vivo and vitro studies show alkylation of
DNA by Thiotepa and Tepa can follow two pathways, but it
remains unclear which pathway represents the precise mech-
anism of action. In pathway 1, these agents are capable of
forming cross-links with DNA molecules via two different
mechanisms. In the first mechanism, the ring opening reaction
is initiated by protonating the aziridine, which then becomes
the primary target of nucleophilic attack by the N7-Guanine.
The second one is a direct nucleophilic ring opening of azir-
idyl group. Thiotepa and Tepa in pathway 2, act as a cell
penetrating carrier for aziridine, which is released via hydro-
lysis. The released aziridine can form a cross-link with N7-
Guanine. In this study, we calculated the activation free energy
and kinetic rate constant for hydrolysis of these agents and
explored interaction of aziridine with Guanine to predict the
most probable mechanism by applying density functional
theory (DFT) using B3LYP method. In addition, solvent
effect was introduced using the conductor-like polariz-
able continuum model (CPCM) in water, THF and
diethylether. Hyperconjugation stabilization factors that
have an effect on stability of generated transition state
were investigated by natural bond order (NBO) analysis.
Furthermore, quantum theory of atoms inmolecules (QTAIM)
analysis was performed to extract the bond critical points

(BCP) properties, because the electron densities can be con-
sidered as a good description of the strength of different types
of interactions.
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Introduction

Although the alkylating agent N,N′,N″-triethylenethiophos-
phoramide (Thiotepa) (Fig. 1), represents one of the oldest
chemotherapeutic agents with continuing clinical utility [1–5]
in high dose combination regimens for breast, ovarian, blad-
der cancers and other solid tumors [6–9], little is known about
the mechanism by which it alkylates DNA. Despite many
years of experience with Thiotepa, pharmacological data are
incomplete. In recent years greater insight has been obtained
into the metabolism of Thiotepa, but there is still a gap
between the alkylating activity and mechanism of reaction [6].

Metabolic studies of Thiotepa resulted in the identifica-
tion of its oxo analogue (Tepa) as the major metabolite
which is formed after oxidative desulfuration of Thiotepa
in the liver by cytochrome P450 (Fig. 1) [6–9]. Thiotepa and
Tepa have been classified as trifunctional alkylating agents
(which contain three aziridinyl functionalities) that are pro-
posed to induce cancer cell death by formation of cross-links
within DNA [10–13]. In vivo and vitro studies show that the
alkylation of DNA by Thiotepa and Tepa can proceed via
two different pathways, but the precise mechanism of action
still remains unclear [6–8]. These two anticancer drugs react
with DNA, typically with Guanine at position N7, although
others alkylation sites are reported [14, 15]. Alkylation is
followed by other reactions, depurination being a typical
example [16].
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A first necessary step in the alkylating agent activity is
considered to be its interaction with DNA, either directly or
after metabolic activation. Following Miller’s theory, sites
that potentially could interact with electrophilic species are
the DNA nucleophilic centers: nitrogen and oxygen atoms
of pyrimidine and purine bases [17]. In addition to the
chemical nature of the reactive species, the specificity of
the reactions at the different sites strongly depends on the
nucleophilicity of the DNA centers and on steric factors.
The most nucleophilic sites are endocyclic nitrogen atoms
such as N3 and N7 guanine and adenine, while exocyclic
base oxygen is less nucleophilic [18]. Guanine N7, exposed
in the major groove of normal helical DNA, is more acces-
sible and hence more able to react with electrophiles than
the N3 position of adenine oriented to the minor groove. By
similar reasoning, highly nucleophilic sites such as N1 of
adenine and N3 of cytosine do not react extensively because
of steric hindrance [19]. Furthermore, the active sites of
DNA bases commonly have been rationalized in terms of
hard-soft reactivity principles [20–22]. Hard alkylating
agents (defined by small size, positive charge, and low
polarizability) display increased reactivity with hard oxygen
nucleophilic in DNA while soft (large, uncharged and

Polarizable) alkylating agents favor reactions at the softer
nitrogens. Therefore, the alkylation of DNA usually takes
place on N7–Guanine [17].

As mentioned previously, two pathways are suggested. In
pathway 1, these agents are capable of forming cross-links
with DNA molecules according to two different mecha-
nisms. In the first mechanism, the ring opening reaction is
initiated by protonation of the aziridine, which then
becomes the main target of nucleophilic attack by the N7
Guanine of DNA [23]. The second one is the direct nucle-
ophilic ring opening of aziridinyl groups. The reactivity of
aziridinyl group is because of presence of electron with-
drawing substituents (–P0S and –P0O substituents in Thio-
tepa and Tepa), which causes it to react with nucleophiles to
produce ring–opened products [24].

In pathway 2, Thiotepa acts as a cell–penetrating carrier
for aziridine, which is released after hydrolysis. The re-
leased aziridine can react with DNA to form the stable
Guanine adduct in the DNA chain [25, 26]. These two
pathways are presented in Fig. 2. On the basis of DNA
adducts and the rate of formation of aziridine by hydrolysis
in vitro, Thiotepa is calculated to be a lipophilic, stabilized
form of aziridine which serves as a cell–penetrating carrier
of aziridine [25].

In fact Thiotepa rapidly enters cells by passive diffusion
[27], where hydrolysis of Thiotepa can take place chemical-
ly or enzymatically to release aziridine. Thus, more aziridine
may be delivered to DNA in cells than if the aziridine had
been administered directly. Release of aziridine inside the
cell may explain why Thiotepa and Tepa have similar tox-
icities against cancer cell [28, 29]. Furthermore, for phos-
phoramidates (one P-N and two P-O bonds), it is known that
P-N bond hydrolysis can be catalyzed biotically [30].

Fig. 1 The structure of thiotepa and tepa

Fig. 2 Possible interaction of thiotepa with DNA. Pathway 1: formation of cross links between thiotepa and DNA. Pathway 2: thiotepa as a
prodrug for aziridine
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Therefore, we are aware of possible enzymatic P-N bond
hydrolysis for these two anticancer agents in the cells, but in
this study the enzymatic effect on rate of reactions are given
up and only the chemical reactions are investigated. Lastly,
it is well established that the rate–limiting step for reaction
of aziridine with N7-Guanine is the aziridine ring opening.

In this study, we investigate the mechanisms of P-N bond
hydrolysis in Thiotepa and Tepa using density functional
theory (DFT). First, Gibbs free energies of activation (ΔG#)
were calculated, then the rate constants k [31] were obtained
on the basis of the transition state theory:

ð1Þ

where kB, h and T represent Boltzmann constant, the
Planck’s constant, the absolute temperature, respectively.
Transition state theory is based on the assumption that
reactants and transition states form a thermal equilibrium.
Its validity in biocatalysis was proven experimentally by the
development of catalytic antibodies and theoretically by the
success of empirical valence bond (EVB) method [32].
Because biochemical reactions do not take place in vacuum,
solvation effects had to be incorporated by the solvent
reaction field method of Tomasi and co-workers [33] and a
cluster–continuum solvation model [34]. In addition, to
complete investigation on these drugs’ mechanisms, the
ring opening mechanism of aziridine also is studied
computationally.

Computational methods

Initial search of minima on the potential energy surface of
free Guanine and/or reactants at the relative energy range of
10 kcal mol-1 were carried out using the MMFF force field
by using Spartan software [35]. The most stable conformers
were optimized by the density functional (DFT) method
using Becke3 (B3) exchange [36] and Lee, Yang, and Parr
(LYP) correlation [37] potentials, in connection with the 6-
311++G(d,p) orbital basis set. The analytical harmonic vi-
brational wave numbers for all structures were positive
values, confirming that the local minima on the potential
energy surface had been found. Transition states were ex-
plored employing the quadratic berny algorithm. The tran-
sition state structures have a negative value for the analytical
harmonic vibrational wave number.

The solvation free energies were obtained theoretically
using a continuum solvation method. The polarizable con-
tinuum model (PCM) [38] was applied using the conductor-
like polarizable continuum variant (CPCM) [39]. CPCM
calculations were performed as single points (without opti-
mization) on the gas phase geometries, since this has been

shown to give better results than re-optimization [40]. The
water, THF and diethylether solvent were modeled with the
dielectric constants 80, 8, and 4 to simulate the condition of
cells [41–44]. Here, we have applied DFT calculations in
combination with a cluster-continuum model to account for
solvent effects, which has been shown to yield satisfactory
solvation energies [45–47].

Natural bond order (NBO) analysis was carried out using
the B3LYP functional and the 6-311++G (d,p) basis set. In
this context, a study of hyperconjugative interactions has
been completed. Hyperconjugation may be given as a sta-
bilizing effect that arises from an overlap between an occu-
pied orbital with another neighboring electron deficient
orbital when these orbitals are properly oriented. This bond-
ing–antibonding interaction can be quantitatively described
in terms of the NBO approach that is expressed by means of
the second-order perturbation interaction energy (E(2))
[48–52]. This energy represents the estimation of the off-
diagonal NBO Fock matrix elements. It can be deduced
from the second-order perturbation approach [52]:

Eð2Þ ¼ ΔEij ¼ qi
Fði; jÞ2
"i � "j

; ð2Þ

where, qi is the donor orbital occupancy, εi; εj are diagonal
elements (orbital energies) and F (i, j) is the off-diagonal
NBO Fock matrix element.

Furthermore, electron densities ρ(r) and Laplacians r2

ρ(r) of various interactions at bond critical points have been
calculated at the 6-311++G (d,p) level using Bader’s theory
of atoms in molecules (AIM) [52, 53]. AIM is a very useful
tool in analyzing hydrogen bonds and interactions, with a
large electronic density at the critical point. In this paper, we
calculated the electron density topological properties of our
systems using the AIM2000 program [54]. According to the
AIM theory, the presence of a hydrogen bond like any
chemical bond must correspond to the existence of a bond
path between the donor and the acceptor atoms containing
the bond critical point (BCP), in topological analysis of the
electron density distribution. Laplacian of ρ(r) is related to
the bond interaction energy by a local expression of the viral
theorem [55]:

ħ2

4m

� �
r2ρðrÞ ¼ 2GðrÞ þ V ðrÞ; ð3Þ

where G(r) is the electronic kinetic energy density and V(r)

is the electronic potential energy density. A negativer2ρ(r)
shows the excess potential energy at bond critical point
(BCP). It means that electronic charge is concentrated in
the inter-nuclear region, and therefore, shared by two nuclei.
This is the case in all shared electron (covalent) interactions.

A positive r2ρ(r), at a BCP reveals that the kinetic energy

J Mol Model (2012) 18:3563–3576 3565

k ¼ kBT

h
� e�

ΔG6¼
kBT

;



contribution is greater than that of potential energy, and
shows depletion of electronic charge along the bond path.
This is the case in all closed-shell electrostatic interactions
[56, 57]. Furthermore, the electronic energy density H(r) at
BCP is defined as H(r)0G(r)+V(r). The sign of H(r) deter-
mines whether the accumulation of charge at a given point
of r is stabilizing (H(r)<0) or destabilizing (H(r)>0). The
bond energies EX were calculated by using the following
equation:

Ex ¼ 1=2V ðrÞ V ðrÞ ¼ 1=4r2ρðrÞ � 2GðrÞ ð4Þ

Finally, the criterion nature of bonds evaluated by means
of –G(r)/V(r) ratio. When –G(r)/V(r)>1 the interaction is
noncovalent, while for 0.5<–G(r)/V(r) <1 it is partly cova-
lent [58, 59]. Moreover, Rozas et al. have developed a new
classification of the interactions [60]. Weak interactions

exhibit positive values for bothr2ρ(r) and H(r), for medium

interactions r2ρ(r)>0 and H(r)<0, and for strong interac-

tions both r2 ρ(r) and H(r) are negative. We use the EX

values and these criteria to characterize different interactions
considered in this study. It is important to note that the AIM
analysis is more practicable for hydrogen bonds but in the case
of other interaction it can be useful.

Results and discussion

Tautomerization of guanine nucleobase

As common with nucleic acid bases, the Guanine has sev-
eral possible tautomers. Firstly, it is essential to identify all
of the minima on the potential energy surface for Guanine in
the range of 10 kcal mol-1. Therefore, all six tautomers

which are presented in Fig. 3 were optimized by using
B3LYP/6-311++G (d,p) to choose the best tautomers
for calculations. The electronic energies, Gibbs free
energies and dipole moments of these tautomers are
given in Table 1. The relative electronic energies and
relative Gibbs free energies indicate that structure four is the
most stable tautomer which was selected for the next
calculations.

First step: hydrolysis of thiotepa and tepa

To predict the reaction rate for Thiotepa and Tepa hydrolysis
in the acidic and physiological pH, the potential reaction
mechanisms were investigated computationally. Complete
change of a reactant to its product may happen via more
than just a transition state (TS). As a result, all credible
reaction mechanisms should be investigated to maximize
prediction exactness. The reaction paths which have the
lowest free energy of activation govern the total reaction
rate. For hydrolysis of P-N bond in tetra-coordinate phos-
phorous compound like Thiotepa and Tepa, four general
mechanisms have previously been presented to be theoretical-
ly possible in physiological pH (see Fig. 4 for more details)
[61]: (1) an elimination–addition mechanism (stepwise disso-
ciative mechanism) which has a tri-coordinate intermediate,
(2) an addition–elimination mechanism (stepwise associative
mechanism) which has a penta-coordinate intermediate, (3) a
concerted front side mechanism, and (4) a concerted backside
mechanism, with one penta-coordinate transition state in
which water attacks the central phosphorous atom at the same
time as one of the aziridine substituents is leaving.

The reported pH for cancer cells is in the pH range of 4-6
[62]. Therefore, the protons at low pH of cancer cells can
catalyze the reaction. Proceeding of acid–catalyzed hydro-
lysis of tetra-coordinate phosphorous amides is via a

Fig. 3 Optimized structure of
tautomers of guanine at B3LYP/
6-311++G(d,p)
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backside attack mechanism, (Fig. 5) [61, 63–66] or via
dissociative mechanism with a tri-coordinate intermediate
(Fig. 6). The dependence of the rate constant on proton
activity is reflected by protonation of the P-N bond which
greatly increases hydrolysis rates because the nitrogen con-
taining substituent becomes a better leaving group [67].

Dissociative stepwise mechanism

In this mechanism, the ionic intermediate is formed by the
heterolytic dissociation of the P-N bond (see Fig. 4 for more
details). This dissociation reaction is considered as rate
limiting step, which is predicted to have a ΔrG (g) of
79.0 kcal mol-1 and 83.0 kcal mol-1 for Thiotepa and Tepa

in gas phase, respectively. As obvious the free energy
of the transition state must be equal to or higher than
that of the intermediate, therefore their free energy of
activation should be≥79.0 and 83.0 kcal mol-1 and thus
meaningfully greater than that of all the other mecha-
nisms considered herein (Fig. 4), consequently this
mechanism was ruled out without further determination
of the transition states.

Associative stepwise mechanism

In the first transition state of this mechanism for Tepa
(TS1,ΔG(g)

#032.8 kcal mol-1, see Fig. 7 for more details),
the direct proton transfer to the oxygen atom which is
double-bonded to the central phosphorous atom, proceeds
by the attacking nucleophile H2O, while the remaining
hydroxyl group forms a new single covalent bond with
phosphorous. For the penta-coordinate intermediate (INT,
ΔrG (g)029.6 kcal mol-1, Fig. 7), a psuodorotation mecha-
nism, could not be found, possibly because of steric hin-
drance imposed by the bulky aziridine substituents. Rather,
the proton on oxygen atom transfers through a second
transition state (TS2, ΔG#

(g) 0 11.3 kcal mol-1, Fig. 7), to
form phosphoric diaziridine, as the product. It is important
to note that the second step is considered as a fast step, it
means that the first step in which a proton from nucleophile
H2O transfers to oxygen atom on Tepa is the rate limiting
step.

Table 1 B3LYP/6-311++G (d,p) absolute energies (E, in a.u), Gibbs
free energies (G, in a.u), relative energies (ΔE, in kcal mol-1), relative
Gibbs free energies (ΔG, in kcal mol-1), and dipole moments of the all
tautomers of Guanine

Tautomers E ΔE μ G ΔG

1 −581.844579 22.0 4.6 −581.891229 21.6

2 −581.877349 1.5 4.2 −581.922963 1.7

3 −581.829137 31.7 9.7 −581.876060 31.1

4 −581.879678 0 7.4 −581.925667 0

5 −581.848861 19.3 13.4 −581.894925 19.3

6 −581.855785 15.0 10.1 −581.900836 15.6

Fig. 4 Mechanisms of P-N
bond hydrolysis in
physiological pH
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On the other hand, similar calculations were computed
for Thiotepa (TS1, ΔG#

(g)057.1 kcal mol-1, Fig. 7), (INT,
ΔrG (g) 027.6 kcal mol-1, Fig. 7), (TS2, ΔG#

(g) 0

21.1 kcal mol-1, Fig. 7). The value of ΔG#
(g) for TS1

indicates that this mechanism is not favorable for thio ana-
logue. A comparison on the gas-phase energies of the neu-
tral and protonated forms of these agents, which are
presented in Table 2, shows that the N-protonated form of
Thiotepa is more stable than the S-protonated form, while in
the case of Tepa the O-protonated form of Tepa appears to
be more stable than the N-protonated form. Moreover, hy-
drogen and oxygen atoms are hard species, while the sulfur
atom is soft specie, and hence interaction of hydrogen and
oxygen atoms is more favorable than that of hydrogen and
sulfur atoms. In conclusion, the associative mechanism is
less probable for Thiotepa, while the Tepa proceeds via this
mechanism with high probability. The schematic profiles of
the potential energy surfaces of the Tepa and Thiotepa
hydrolysis in this mechanism are presented and compared
in Fig. 8.

These results are confirmed by the AIM analysis. Results

obtained for electron densities ρ(r) and their Laplacians r2

ρ(r), kinetic energy densities G(r), potential energy densities
V(r), and electronic energy densities H(r), bond energies of
hydrogen bonds and -G(r)/V(r) ratio at the BCPs calculated
at B3LYP/6-311++G (d,p) level of theory for the Thiotepa
and Tepa are given in Table 1S in Supporting information.
(The tables presented in Supporting information are denoted
by S.)

As shown in Table 1S, in reactant there is weak hydrogen

bond (r2 ρ(r) and H(r) >0) between H atom of water

molecule with O atom on Tepa (3.9 kcal mol-1), while there
is no interaction in reactant between S atom on Thiotepa and
H atom of water molecule and in first transition state there is
very weak interaction between S atom and H atom of water
molecule (2.9 kcal mol-1), while there is medium interaction

(r2ρ(r) >0 and H(r) <0) between O and H atoms in Tepa
(49.7 kcal mol-1).

In addition, natural bond orbital analysis shows that the
first transition state in Tepa is much more stable than that in
Thiotepa due to the second order energy of LP→BD*

(n→σ*) and BD→BD* (σ→σ*) type of interactions (see
Table 2S). It is important to note that the negligible values in
the case of Thiotepa can be considered as NBO analysis
errors. In the case of second transition state, there are inter-
actions between n N (leaving group)→σ*

O (Tepa) -H1

(118.5 kcal mol-1) in Tepa and n N (leaving group)→σ*
S

(Thiotepa)-H1 (30.5 kcal mol-1) in Thiotepa (H1 and H2 are
shown in Fig. 7).

In conclusion, the results of NBO and AIM analyses
indicate that the associative stepwise mechanism is not the
probable mechanism for Thiotepa, however it can be con-
sidered as a logical mechanism for Tepa.

Concerted frontside mechanism

In the concerted front-side mechanism, a proton is transferred
to the nitrogen atom within the leaving aziridine by the attack-
ing water molecule to form the transition state (ΔG#

(g)0
61.8 kcal mol-1 for Thiotepa, ΔG#

(g) 062.3 kcal mol-1 for
Tepa, see Fig. 9 for more details). The P-N bond is 1.69 Å and
1.68 Å in the ground state, which is lengthened to 2.54 Å and

Fig. 5 Concerted backside mechanism of P-N bond hydrolysis in acidic pH

Fig. 6 Dissociative mechanism of P-N bond hydrolysis in acidic pH
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2.57 Å in the transition state for Thiotepa and Tepa, respec-
tively. On the other hand, a covalent P-O bond is formed by
the resulting hydroxide ion which approaches the phospho-
rous atom. As mentioned in dissociative mechanism, the
values of the activation free energies for these two agents
revealed this fact that the concerted front-side mechanism is
not kinetically favorable mechanism in the gas phase. There-
fore, more calculations in this regard were abandoned.

Concerted backside mechanism

In the concerted backside mechanism for Thiotepa and Tepa
(Fig. 4) water molecule as a nucleophile attacks the central

phosphorous atom on one side to form a covalent P-OH
bond. On the opposite side of the phosphorous, the leaving
aziridine group which is a potent proton acceptor accepts
proton from the environment. It is important to note that the
proton transfers with the cellular environment consider as
fast step. The activation free energy of this mechanism in
gas phase for Thiotepa (14.0 kcal mol-1, Fig. 10) and Tepa
(14.5 kcal mol-1, Fig. 10) are nearly 48 kcal mol-1 lower
than that for the front side mechanism, respectively. Murray
et al. have reported that the phosphorus of O0PCl3 has
strong positive region (positive σ-hole). Hence, it acts as a

Fig. 7 Optimized geometries of stationary points for tepa and thiotepa hydrolysis in gas phase in associative stepwise mechanism. Values in
parentheses are Gibbs free energies of activation in kcal mol-1 for transition states and the intermediate in gas phase at 298 K

Table 2 B3LYP/6-311++G (d,p) absolute energies (E, in a.u), relative
energies (ΔE, in a.u) of the neutral and protonated forms of Thiotepa
and Tepa in gas phase

Compounds E ΔE

Thiotepa −1139.542981 0.356247

N-protonated Thiotepa −1139.899228 0

S-protonated Thiotepa −1139.884858 0.01437

Tepa −816.575876 0.368897

N-protonated Tepa −816.933435 0.011338

O-protonated Tepa −816.944773 0 Fig. 8 The schematic potential energy surface of tepa and thiotepa
hydrolysis in associative stepwise mechanism
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good electrophile atom, which can interact attractively with
negative sites on other molecules [68]. Therefore, this strong
positive region on phosphorus atom of Thiotepa and Tepa
can be a driving force for the backside attack mechanism.

AIM analysis shows that in reactant of Tepa (RC Tepa)

there is weak hydrogen bonding (r2 ρ(r) and H(r) >0)
between H atom of water molecules with O atom on Tepa
(11.7 kcal mol-1). When H2O molecule attacks phosphorous
central atom, this hydrogen bond becomes weaker in tran-
sition state (8.1 kcal mol-1). On the other hand, the ρ(r) and
EX values for interaction between P atom and N atom of
leaving group in transition state are lower that these values
in reactant, which confirms this mechanism (for more
details, see Table 3S). Similar results are obtained from
AIM analysis for Thiotepa, but it is worth mentioning that
there are no hydrogen bonds in Thiotepa in comparison with
oxo analogue and the weak interaction between S atom on
Thiotepa and H atom of H2Omolecule remains approximately
stable in reactants and transition state. It is important to note
that the new bond critical points between phosphorous atom
and oxygen atom of H2O molecule are observed in transition
state for both agents. These results confirm the formation of a
new bond in transition state (for more details, see Table 3S).

As mentioned previously, the acidic pH of cancer cells
causes different behavior of these drugs in their treatment
procedure, therefore the proton affinity (PA) of these two drugs
were calculated to understand whether these drugs remain
protonated or unprotonated under the acidic conditions. The
PA results for Thiotepa and Tepa (225.0 and 225.8) show that
both of them can accept the proton, therefore their hydrolysis
in acidic pH can proceed by two other mechanisms (Fig. 5 and
Fig. 6), which are investigated in 1.5 and 1.6 sections.

Acid–catalyzed concerted backside mechanism

Based on the lower activation barrier of the backside over
the front side mechanism which is calculated for the unpro-
tonated species, backside mechanism is the kinetically most
probable mechanism. In addition, the steric effects for both
unprotonated and protonated hydrolysis are supposed to be
similar. Therefore, only the backside mechanism for the
protonated P-N bond hydrolysis is investigated. The P-N
bond distances in the ground state of N-protonated Thiotepa
and Tepa, are 0.16 Å and 0.14 Å longer than those in the
unprotonated species, respectively (i.e., 1.85 Å vs. 1.69 Å
for Thiotepa, 1.82 Å vs. 1.68 Å for Tepa). On the other

Fig. 9 Optimized geometries
of transition state for tepa and
thiotepa hydrolysis in gas phase
in concerted front-side mecha-
nism. Values in parentheses are
Gibbs free energies of activa-
tion in kcal mol-1 for transition
states in gas phase at 298 K (the
bond distances are in Å)

Fig. 10 Optimized geometries
of stationary points for tepa and
thiotepa hydrolysis in gas phase
in concerted backside
mechanism. Values in
parentheses are Gibbs free
energies of activation in
kcal mol-1 for transition states
in gas phase at 298 K (the bond
distances are in Å)
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hand, in the transition state presented in Fig. 11, the P-N
bond distance is 0.93 and 0.4 Å longer than those in the
unprotonated mechanism for Thiotepa and Tepa, respectively
(i.e., 2.92 Å vs. 1.99 Å for Thiotepa, 2.31 Å vs. 1.91 Å for
Tepa). In addition, the free energy of activation in gas phase for
protonated P-N bond hydrolysis for Thiotepa (3.0 kcal mol-1,
Fig. 11) and Tepa (13.1 kcal mol-1, Fig. 11) are exactly
11 kcal mol-1 and 1.4 kcal mol-1 lower than those for the
unprotonatedmechanism, respectively. Therefore, it is obvious
that the hydrolysis on protonated species is more rapid than the
unprotonated species. This is rationalized by the presence of a
good leaving group of aziridinuim.

NBO analysis was also carried out for this suggested
mechanism. In the case of Tepa, there is strong hyperconju-
gation interaction between bonding orbital of P-N(H) and
antibonding orbital of P-O(Tepa) (77.8 kcal mol-1) in reactant.
However, this value decreases to 53.7 kcal mol-1 in transi-
tion state. This change reveals the fact that the P-N(H) bond
becomes weaker in transition state.

The AIM calculation also confirms these NBO results.
The value of E(x) for P-N(H) bond decreases from 74.6 in
reactant to 2.1 kcal mol-1 in transition state (see Table 4S for
more details). Moreover, there is weak hydrogen bonding in
reactant between H atom of H2O molecule with oxygen
atom on Tepa which becomes weaker in transition state.
Moreover, based on AIM results the new critical point is

observed between O (H2O) and P atom, implying formation
of a new bond in transition state. Similar interactions are
observed for Thiotepa by NBO and AIM analyses, but there
are some differences between these two agents. Firstly, the
interaction between P and N (H) is stronger in Tepa reactant
which is indicated by shorter bond distance in comparison
with Thiotepa. Secondly, there is no hydrogen bonding in
the case of thio analogue (for more details, see Table 4S).

Acid–catalyzed dissociative stepwise mechanism

It is worth mentioning that in some experimental studies, the
dissociative stepwise mechanism, or the corresponding acid-
catalyzed dissociative mechanism, respectively, was pro-
posed to be favored for tetracoordinate phosphorusamides
that are structurally similar to Tepa and Thiotepa; including
phosphoramide [61, 63–66]. Our calculations support this
hypothesis for P-N bond hydrolysis of these two agents.
Therefore, in addition to backside mechanism, the dissocia-
tive mechanism is investigated for protonated species be-
cause the aziridinuim ring is a good leaving group vs neutral
aziridine ring. The ΔG#

(g) of transition state for Tepa and
Thiotepa are 30.5 and 22.3 kcal mol-1, respectively. The
structures of transition states are presented in Fig. 12. In
the transition state, the P-N bond distances in Thiotepa and
Tepa are 3.03 and 3.07 Å, respectively.

Fig. 11 Optimized geometries
of stationary points for tepa and
thiotepa hydrolysis in gas phase
in acid-catalyzed backside
mechanism. Values in paren-
theses are Gibbs free energies
of activation in kcal mol-1 for
transition states in gas phase at
298 K (the bond distance is
presented in Å)

Fig. 12 Optimized geometries
of stationary points for tepa and
thiotepa hydrolysis in gas phase
in acid-catalyzed dissociative
stepwise mechanism. Values in
parentheses are Gibbs free en-
ergies of activation in kcal mol-1

for transition states in gas
phase at 298 K (The bond
distance is presented in Å)
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The bond length which increases in transition states is
rationalized by NBO analysis. Natural bond orbital analysis
shows that in reactant there are strong hyperconjugation
interactions between bonding orbitals of N-H Thiotepa and
antibonding orbitals of P-S Thiotepa. For example, σ N-H

Thiotepa participates as donors and σ
*of P-S Thiotepa as accept-

ors with second order energy of 73.2 kcal mol-1, while in
transition state structure, the second order energy of n→σ*

type of interactions is n N-H Thiotepa→σ*
P-S Thiotepa

(3.6 kcal mol-1), which indicates weak hyperconjugation in
transition state. There are similar interactions in Tepa, σ N-H

Tepa→σ*
P-O Tepa is 75.3 kcal mol-1 in the reactant and

2.7 kcal mol-1 in the transition state. The reduction of
interaction values in transition state for both agents (Thio-
tepa and Tepa) lead to increasing P-N bond lengths in
transition state, and thus confirms that the hydrolysis mech-
anism in acidic condition can proceed via dissociative mech-
anism. Furthermore, the decrease of E(X) values for N(az)-P
bond in transition state for Thiotepa and Tepa (observed by
the AIM analysis) confirms the results of NBO analysis.
(See Table 5S for more details).

Solution phase

Consequently, the activation free energies and kinetic rate
constants for all suggested hydrolysis mechanisms for Thio-
tepa and Tepa were calculated in three different solvents
with the dielectric constant 80, 8, 4, using CPCM model.
The values of activation free energies are presented in
Table 3. In addition, Table 6S shows the kinetic rate
constants values.

In the case of associative stepwise and backside mecha-
nisms in neutral and acidic conditions, the barriers in these
solvents are similar to those in gas phase due to the NBO
charges and natural population analysis (NPA) values in reac-
tant and transition states (see Table 7S-12S, for more details).

In acidic dissociation mechanism, water as a solvent has
two different effects on reactant and transition state. On one
hand, this polar solvent causes more stability of reactants
due to localized charge on aziridinuim ring. On the other
hand, water also can form hydrogen bond with hydrogen
atom connected to the nitrogen atom of aziridinuim ring. It
is important to note that hydrogen bonding stability is more

Table 3 The calculated activa-
tion free energies in gas phase
and three different solution
phases. The values are in
kcal mol-1

Mechanism Compound ΔG#
(g) ΔG#

(aq) ΔG#
(THF) ΔG#

(DE)

Associative mechanism
(neutral condition)

Thiotepa TS1 57.1 58.4 57.7 57.1

TS2 21.1 22.5 21.0 21.1

Tepa TS1 32.8 34.9 32.7 32.8

TS2 11.3 13.1 11.2 11.8

Backside attack (neutral condition) Thiotepa 14.0 14.2 13.9 13.6

Tepa 14.5 14.9 14.6 14.2

Backside attack (acidic condition) Thiotepa 2.9 2.1 2.9 3.0

Tepa 13.1 13.3 13.6 13.5

Dissociative mechanism
(acidic condition)

Thiotepa 22.3 18.6 17.1 17.2

Tepa 30.5 28.7 25.3 26.7

Fig. 13 The mechanism of
reaction between aziridinuim
ring and guanine
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in transition state than in reactant because of the longer and
weaker P-N bond in transition state. The reduction of values
of barriers for Thiotepa and Tepa in water shows that the
hydrogen bonding causes more stability of transition state
and has more effect than the reactant due to polarity of
solvent. Therefore, the barriers in water decrease.

In addition, THF and diethylether as nonpolar solvents
have more effect on transition state due to distributed pos-
itive charge of aziridinuim ring. Therefore, transition state
structure becomes stable and barriers reduce.

Second step: aziridine reaction

As mentioned in Introduction and several experimental stud-
ies, Thiotepa and Tepa are prodrug for aziridine (see pathway
2 from Fig. 2). In this way, Thiotepa and Tepa act as cell-
penetrating carries for aziridine, which is released extracellu-
lary after hydrolysis. The released aziridine can react with
DNA onN7 site of Guanine nucleobase. Experimental studies
introduce free aziridine as a weak base (pKa (exp)08.0) with
high proton affinity (PA (exp)0216.0 kcal mol-1) [69, 70].
Hence, the protonated form of aziridine could exist at biolog-
ical pH, forming electrophilic ions that have a positive charge
on the nitrogen. Therefore, aziridinuim ion reacts with Gua-
nine and produce two different products via the mechanism
presented in Fig. 13.

It is well established that the rate-limiting step for reac-
tion of the aziridine with the nucleophilic sites of DNA is
the aziridine ring opening. In the first transition state (TS1,
ΔG#

(g)043.48 kcal mol-1, k (g)06.33×10
-20 s-1, see Fig. 14

for more details) of the this mechanism, the N7 as nucleo-
phile in Guanine attacks the aziridine and causes the ring
opening. The value of the Gibbs free energy is rationalized
by the stability of reactant which is presented in Fig. 14. As
shown in Fig. 14, the reactant becomes more stable because
of hydrogen bonding between protons on the aziridinuim
with oxygen and nitrogen atoms in Guanine. These hydro-
gen bonds are confirmed by the AIM analysis of which
results are given in Table 13S.

Practically H2 (az)-O (Gua) and H1 (az)-N (Gua) hydrogen
bonds in reactant are partly covalent, while H2 (az)-O (Gua) in
transition state is covalent (according to their -G(r)/V(r) ratio
at the BCPs-see Table 13S in Supporting information for more
details). Moreover, the results of AIM analysis revealed that
weak hydrogen bonds such as H2 (az)-O (Gua) in transition state

show both r2ρ(r) and H(r)>0, and medium hydrogen bonds

show r2ρ(r)>0 and H(r) <0, while strong hydrogen bonds

show bothr2ρ(r) and H(r) <0. Therefore, the both hydrogen
bonds in the reactants are medium but it is important to note
that H2 (az)-O (Gua) (13.4 kcal mol-1) are stronger than H1 (az)-
N (Gua) (8.4 kcal mol-1). It is worth noting that the latter type of
hydrogen bond was not observed in investigated systems (H1
and H2 are shown in Fig. 14).

Fig. 14 The optimized structure of reaction coordinate (RC), transition state (TS1) and intermediate (INT) for second step

Table 4 B3LYP/6-311++G (d,p) absolute energies (E, in a.u), Gibbs
free energies (G, in a.u), relative energies (ΔE, in a.u), relative Gibbs
free energies (ΔG, in a.u) of two different suggested products of second
step

Products E ΔE G ΔG

P1 −716.971586 0 −717.028058 0

P2 −715.78392 1.187666 −716.249151 1.191636

Table 5 The kinetic data in different solvent for second step. (ΔG# in
kcal mol-1 and k in s-1)

ΔG#

(aq)

k(aq) ΔG#

(THF)

k(THF) ΔG#

(DE)

k(DE)

TS1 47.6 6.00×10−23 46.6 3.00×10−22 44.7 8.16×10−21
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Natural bond orbital analysis shows that in reactant there
are strong hyperconjugation interaction between lone pairs of
N (Gua) or O (Gua) atoms and antibonding orbitals of N (az). For
example, LP N (Gua) and LP O (Gua) participate as donors and σ

*

of N (az)-H1 and N (az)-H2 bonds as acceptors with second
order energy of 18.6 and 27.7 kcal mol-1, respectively. These
values confirmed the results obtained from AIM analysis
which predicts medium hydrogen bonding between H atoms
of aziridinuim with O and N atoms on Guanine in reactant. In
the case of transition state structure, the n N (Gua)→σ*

N(az)-C3

interaction (38.2 kcal mol-1) indicates N(Gua) as nucleophile
attacks aziridinuim ring and causes the ring opening reaction
(C3 is shown in Fig. 14).

The intermediate (INT, ΔrG (g)0-10.2 kcal mol-1, see
Fig. 14 for more details) is an ionic compound which can
undergo two different mechanisms. In one mechanism the
intermediate yields main product of N7- ethylene amine gua-
nine, which is believed to be a fast step. Another is the
intramolecular cyclization which is not recognized experi-
mentally. Rather, the intramolecular cyclization proceeds to
form P2 (Fig. 13), as the product. The relative energies for
these two different products via two different mechanisms are
presented in Table 4. It is obvious from Table 4 that the P1
(N7- ethylene amine guanine) is more stable than another
suggested product (P2) (for more details, see the Fig. 13).
Therefore, the intramolecular cyclization mechanism becomes
thermodynamically a disfavorable mechanism, even though it
is possible kinetically. Consequently, further calculation on
transition state of this mechanism was abandoned. It is impor-
tant to note that these results are completely in accordance
with the experimental observation of the N7- ethylene amine
guanine (P1), as main alkylated product.

Solution phase

The rate constants and activation Gibbs free energies in
different solvents with the dielectric constant of 80, 8 and
4 are presented in Table 5. In aqueous phase the activation
free energy increases to 47.6 kcal mol-1, which is rational-
ized by two parallel affects of water on stability of reactant.
First, the reactant becomes more stable than transition state
because of strong hydrogen bonding between aziridinuim
ring and water molecules of solvent in reactant. Second,
water as a polar solvent has more effect on reactant due to
localized charge on aziridinuim ring. Therefore, these two
effects cause more stability of reactant and increase of
barrier. The positive charge, which is localized in reactant,
is distributed in transition state during the proceeding of
mechanism. Therefore the nonpolar solvents has more effect
on transition state and causes more stability of transition
state. Hence, the activation free energies decrease in com-
parison with its value in aqueous phase.

Conclusions

The activation free energies of P-N bond hydrolysis and
their mechanisms in gas phase and solution phase were
computationally evaluated and compared. The dissociative
stepwise mechanism in physiological pH has the highest
free energy, implying that it has no contribution to the total
rate of hydrolysis.

Based on the calculated activation free energies of the
concerted frontside mechanism and the stepwise associative
mechanism (>50 kcal mol-1), although they are kinetically
more favorable than the dissociative stepwise mechanism,
they have an insignificant role in the hydrolysis of P-N bond
except in the case of Tepa in associative stepwise mecha-
nism in which the activation free energy is 32 kcal mol-1 and
it can be considered as a probable mechanism. However, our
calculations indicate the concerted backside mechanism is
the main pathway of Thiotepa and Tepa hydrolysis.

The dissociativemechanism for N-protonated species is the
kinetically most favorable P-N bond hydrolysis mechanism
for Thiotepa and Tepa in acidic pH, because free energy of
activation is 55 kcal mol-1 lower than that for the unprotonated
species. Although dissociative stepwise mechanism in acidic
pH has suitable activation free energy for Thiotepa and Tepa
and it can be considered as a probable mechanism, the barrier
of acid-catalyzed concerted backside mechanism is estimated
to be approximately 20 kcal mol-1 lower than the dissociative
stepwise mechanism for both agents.

The predictive strategy presented here can in general be
applied to prediction of a suitable mechanism of anticancer
drugs.

Acknowledgments Support from Sharif University of Technology is
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