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ABSTRACT: For the widely used anticancer, antiinflamma-
tory, and immunosuppressant drug 6-thioguanine (6-TG), its
unique photochemistry of absorbing UVA, generating singlet
oxygen (1O2), and inducing oxidative DNA damage can cause
severe phototoxicity side effects in biomedical applications.
Here we raise a new strategy of loading 6-TG onto gold
nanoparticles (AuNPs) and demonstrate from systematic
ultraviolet irradiation experiments that the 6-TG photo-
chemistry can be successfully modulated by binding with
AuNPs and the phototoxicity under UVA irradiation are
effectively removed, not only for single base 6-TG but also for
6-TG embedded in DNA. In conjunction with excited state ab initio calculations, the molecular mechanisms are further unveiled,
accounting for the protection effects of AuNPs in prohibiting the 6-TG photoactivation and 1O2 oxidation. These findings point
to tremendous possibilities of using AuNPs as inert carrier to modify excited state photochemistry and prevent unwanted
phototoxicity effects of the adsorbed drug molecules.

■ INTRODUCTION

As one of the most utilized anticancer, antiinflammatory, and
immunosuppressant drugs, thiopurine has spurred strong
research interests in medicinal, biological, and chemical fields
since the discovery of its chemotherapeutic effects and the
winning of the 1988 Noble Prize in Physiology or Medicine.1

The thiopurines such as 6-thioguanine (6-TG), 6-mercapto-
purine (6-MP), and azathioprine are all prodrugs (compounds
that the body converts into active drugs) that are integrated
into DNA as 6-TG by metabolism.2−5 Most recent research has
shown that thiopurine could even impair HIV replication.6

However, patients who undergo long-term treatment of
thiopurine drugs and sunshine exposure have a 50−200-fold
increased incidence of skin cancer,7,8 which is related to the
unique photochemical and photophysical properties of 6-
TG.9−12 Unlike normal DNA bases that only absorb UVC and
UVB light, 6-TG absorbs UVA light strongly and photo-
sensitizes to generate singlet oxygen (1O2)

9−11 that invokes
oxidative damage to cellular DNA and protein.13−16 Meanwhile,
6-TG itself is vulnerable to the oxidation of 1O2, resulting in the
promutagenic product guanine-6-sulfonate (GSO3) (Scheme
1).9−12,17 GSO3 is unable to pair stably with normal DNA bases
and then induces a rapid, profound, and irreversible block to
DNA replication and transcription.4,9,18−20

Such unusual photochemistry of 6-TG triggers events of
DNA damage, causing harmful phototoxicity side effects in vivo.
Several methods were tried to eliminate or prevent the
unwanted deleterious effects of 6-TG, and one of the common
strategies is using the antioxidants (e.g., ascorbate, N-acetyl-
cysteine, β-mercaptoethanol, and cysteine) to alleviate the
photochemical oxidation of 6-TG.20,21 However, most anti-
oxidants except ascorbate were found to react with the UVA-
photoactivated 6-TG and 6-TG in oligodeoxynucleotides,
forming other deleterious addition products via nucleophilic
substitution.21

In this contribution, we report a new method to eliminate the
6-TG phototoxicity by loading 6-TG onto gold nanoparticles
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Scheme 1. Illustration of the 6-TG Photochemistry upon UV
Excitation
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(AuNPs). AuNPs are biocompatible and have unique
physicochemical properties for transporting and unloading
pharmaceuticals as drug carriers,22−24 particularly for com-
pounds bearing sulfur groups because of the strong binding
affinity and Au−S bond formation.25 It has been shown that the
loading of 6-TG molecules onto AuNPs can enhance the
intracellular drug uptake via the mechanism of endocytosis and
improve the antiproliferation activity of 6-TG against cancer
cells.26 Furthermore, the unloading of 6-TG from AuNPs after
internalization can be fulfilled in response to the intracellular
stimulus glutathione (GSH).27,28 These well-characterized
studies22−28 provide a basis for the practical use of AuNPs to
deliver 6-TG drugs and prompt us to study the interaction of
AuNPs with the photochemistry of 6-TG. Our study here based
on a set of ultraviolet irradiation experiments and excited state
ab initio calculations demonstrates for the first time that the
photophysical and photochemical properties of 6-TG can be
successfully modulated, after adsorbing onto the surface of
AuNPs, through which the photoactivation of 6-TG to produce
1O2 and the ensuing DNA damaging reactions are prohibited
effectively.

■ EXPERIMENTAL AND THEORETICAL METHODS
Materials. 6-Thioguanine (Alfa Aesar), hydrogen

tetrachloroaurate(III) trihydrate solution (Sigma-Aldrich), and
sodium citrate dihydrate (Sigma-Aldrich) were used as received.
The DNA oligonucleotides were purchased from the SBS
Genetech Co., Ltd. (China) in the PAGE-purified form. To
prepare the 6-TG dsDNA (5′-(6-TG)AAAAAAAGC-3′/5′-
GCTTTTTTTC-3′), the same unit of ssDNA 5′-(6-TG)AAA-
AAAAGC-3′ and the complementary strand 5′-GCTTT-
TTTTC-3′ were dissolved in a buffer solution containing 10
mM Tris-HCl. The mixture was then heated to 90 °C for 5
min, slowly cooled to room temperature for 30 min, and stored
in a refrigerator at 4 °C overnight. Ultrapure water (>18 MΩ·
cm) obtained by Millipore filtration was used for all synthesis
and solution preparations. All glassware and the magnetic stir
bar were rigorously cleaned in freshly prepared aqua regia
solution (HCl/HNO3 = 3:1) and then rinsed by ultrapure
water before use.
Synthesis of Gold Nanoparticles. Citrate-stabilized gold

nanoparticles were prepared using published procedures.29,30

Briefly, 143 mL of 2.8 × 10−4 M hydrogen tetrachloroaurate-
(III) trihydrate solution was brought to boiling with refluxing; 7
mL of 38.8 mM sodium citrate tribasic dihydrate solution was
added quickly under vigorous stirring. The solution was kept
boiling and stirring for 15 min after the color changed to wine
red. Then the solutions were cooled down to room
temperature and filtered through a 0.22 μm nylon filter prior
to use in order to avoid the undesirable nucleation. The
prepared gold solution consists of dispersed spherical particles
with a mean diameter of 15 ± 2 nm according to transmission
electron microscopy (TEM) characterization. The concen-
tration of the prepared gold solution was estimated to be 2.2
nM based on the size of nanoparticles, the amount of reactants,
and the final volume of stock solution. TEM observations were
carried out with a 300 keV Tecnai F30 transmission electron
microscope. The TEM sample was prepared by dropping gold
solution onto a copper grid.
Preparation of Sample Solutions and Irradiation

Assay. 6-TG can induce the aggregation of AuNPs. With the
addition of 6-TG, the color of AuNPs aqueous solution
changed from wine red to purple. After incubation for 5 min

the binding of 6-TG with AuNPs (1 nM) was completed, and
the UV−vis absorption spectra for the mixed solution showed
negligible change with time. Excess 6-TG were removed by
centrifugation (14 000 rpm for 15 min), and the clear
supernatant was taken off to remove the unbound 6-TG. The
precipitate was redispersed in equal volume solution. This
process was repeated for three times.31 The final concentrations
of 6-TG fully bound with AuNPs were determined by the UV−
vis absorbance of 6-TG (2 μM).
For the 6-TG incorporated single-strand DNA (TG-ssDNA)

and double-strand DNA (TG-dsDNA) binding with AuNPs,
similar procedures were performed, except that the oligonu-
cleotides solution was added into the AuNPs solution and
incubated for 2 h at room temperature to ensure good binding
according to previous study.32 After removing the unbound
oligonucleotides by centrifugation, the precipitate was redis-
persed in equal volume Tris-HCl (10 mM, pH 7.5). The DNA
6-TG concentrations fully bound with AuNPS were determined
by monitoring the absorbance of 6-TG in the UV−vis spectra,
which is 1.55 and 1. 37 μM for TG-ssDNA and TG-dsDNA,
respectively.
The third harmonic (355 nm) and fourth harmonic (266

nm) of a Continuum Surelite II Nd:YAG laser beams were
diverged and attenuated. Normally 2 mJ of energy was used to
irradiate the sample solution in 1 cm quartz cuvettes. The UV−
vis absorption and fluorescence spectra were measured to
follow the photochemical reaction products. Samples were
irradiated for a predetermined time and analyzed immediately
after irradiation. The UV−vis absorption spectra were recorded
with a UV−vis spectrometer (U-3010, Hitachi). Fluorescence
emission spectra were measured using a Hitachi F-4600
fluorescence spectrophotometer.

Theoretical Calculation. Equilibrium geometries for the
ground state (S0), the lowest three excited singlet states (S1min,
S2min, and S3min), and the lowest two excited triplet states (T1min
and T2min) were optimized by the SA-CASSCF method. The
single point energies were calculated by SA-CASSCF and then
refined by MS-CASPT2 calculations. The protocol is usually
named MS-CASPT2//SA-CASSCF and has proved its accuracy
repeatedly.33,34 The vertical excitation energies and the relative
energy profile for the geometric relaxation pathway were also
calculated by this protocol. All the MS-CASPT2//SA-CASSCF
calculations used an active space of 12 π electrons and 1 lone-
pair electron distributed in 11 orbitals. Figure S3 shows the 11
orbitals used in the active space. In the state-averaged CASSCF
calculations, equal state weights were used. In the MS-CASPT2
calculations, an imaginary level-shift correction of 0.2 au was
applied to minimize the presence of intruder states.35 All the
calculations adopt the basis set of 6-31G(d) for C, N, O, and H
atoms and 6-31+G(d,p) for the S atom. All geometry
optimizations at the SA-CASSCF level were performed by
using the MOLPRO 2010.1 package,36 and the single point
energy corrections at the MS-CASPT2 level were carried out by
MOLCAS 7 package.37

■ RESULTS AND DISCUSSION
The photochemical reactions of 6-TG alone were investigated
at first as a standard reference. According to the UV−vis
absorption spectrum of 6-TG (Figure 1b), 266 and 355 nm
lasers were selected to irradiate the O2-saturated 6-TG aqueous
solution, corresponding to the two absorption bands in the
UVA and UVC region separately. Upon irradiation, photo-
chemical reaction occurs, as manifested by the absorbance
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decrease of 6-TG in the UV−vis absorption spectra (Figure
1b,d) and concomitant formation of the well-known fluorescent
product GSO3 with emission at 408 nm in the fluorescence
spectra (Figure 1a,c).17,19,20 The formation of the cytotoxic
GSO3 results from the successive oxidation of 6-TG by 1O2 that
is produced by triplet energy transfer after UV excitation of 6-
TG (Scheme 1).17,19,20 In the N2-saturated solution under low
O2 conditions, the product yields of GSO3 were significantly
reduced.
For 6-TG alone, irradiation at 266 or 355 nm can both

trigger the 1O2 formation and the oxidation of 6-TG by 1O2 to
GSO3. To prevent 6-TG from photoactivation and oxidation, we
used AuNPs as drug carrier in the following experiments. The
citrate-stabilized AuNPs were synthesized by a conventional
method.29,30 The narrow plasmon resonance peak at 520 nm in
the UV−vis absorption spectrum (Figure 2) and TEM image
(inset i) indicate that the prepared AuNPs are monodispersed,
with nearly the same diameter of ∼15 ± 2 nm. Upon adding 6-
TG, the loose citrate shell of the AuNPs could be replaced by 6-

TG via exchange reaction,38 forming the Au−S covalent bond
and conjugating 6-TG with AuNPs. Without the stabilization of
the negatively charged citrate, AuNPs aggregate (TEM in inset
ii), and the color changed from wine red to purple instantly,
with the 700 nm plasmon peak characteristic for the aggregated
AuNPs39 emerging in the UV−vis spectrum (Figure 2) as the
monodispersed AuNPs peak at 520 nm was weakened.
For probing surface chemistry of the adsorbed 6-TG onto

AuNPs, centrifugation were taken to remove the excess 6-TG in
bulk and solutions of 6-TG fully bound with AuNPs were
prepared. The final concentration of 6-TG adsorbed on AuNPs
(1 nM) is as low as 2 μM. Under such a low concentration, no
signals for the phototoxicity-related transients (T1 or

1O2) in
the transient spectra could be detected. Importantly, in the
steady-state spectral measurements by probing end products
GSO3, the 6-TG photochemistry modified by AuNPs are
allowed to be unveiled as follows.
When using 266 nm laser to irradiate the AuNPs/6-TG

solution, the fluorescent product GSO3 with characteristic
emission at 408 nm was still observed (Figure 3a), indicating
the occurrence of the photooxidation, which is similar to the
case of free 6-TG. The weaker fluorescence intensity of GSO3

here compared to Figure 1a should be due to AuNPs that can
quench the fluorescence of adjacent molecules.40,41 In addition,
with the irradiation time increasing, the UV−vis spectra (Figure
3b) displayed an intensity decrease of the aggregation peak of
AuNPs at 700 nm and concomitant increase of the 520 nm
monodispersion peak; meanwhile, a series of color changes
from purple to wine red (the inset in the Figure 3b) were
observed. These results indicate that the 6-TG molecules are
desorbed from AuNPs after being oxidized to GSO3, leading to
the disaggregation of the AuNPs. For GSO3, because of the O−S
bond formation, the Au−S bond is destroyed, and AuNPs get
coated by citrate and become monodispersed again (Figure 3g).
Interestingly, for the UVA irradiation at 355 nm, it was

observed that AuNPs can effectively prohibit the 1O2 formation
and the successive 6-TG oxidation by 1O2. As shown in Figure
3c, no 408 nm emission characteristic to the oxidation product
GSO3 was detected in the fluorescence spectra of the AuNPs/6-
TG solution under prolonged 355 nm irradiation. Without
undergoing photooxidation to produce GSO3, 6-TG molecules
still conjugate with AuNPs and AuNPs remain aggregated
(Figure 3g), as evidenced by the negligible change of the
AuNPs UV−vis absorption (Figure 3d) spectra and the
unchanged purple color (inset) after irradiation. The
unchanged UV−vis spectra and color of AuNPs/6-TG solution
confirm further the absence of the GSO3 products at 355 nm.
These results indicate that AuNPs protect 6-TG free from
being oxidized to GSO3 under UVA (355 nm) irradiation and
thus can prevent the DNA damage caused by GSO3 formation.
AuNPs absorb light broadly from the UV to visible region

(Figure 2), with the plasmon peak at ∼520 nm. Except exciting
6-TG, the 266 and 355 nm light may also excite AuNPs. Does
the excitation of AuNPs affect the 6-TG photooxidation?
Further control experiments of 532 nm irradiation (Figure 3e,f)
were performed, where only AuNPs were excited. No
fluorescent oxidation products GSO3 were detected, and thus
no disaggregation of AuNPs was visible. Therefore, the
excitation of AuNPs alone has no correlation with the
photooxidation of 6-TG.
The photochemistry of 6-TG molecules adsorbed on AuNPs

can be summarized in Figure 3g. Initially, conjugation of 6-TG
with AuNPs by Au−S bond causes aggregation of AuNPs.

Figure 1. Fluorescence and UV−vis absorption spectra for the O2-
saturated 6-TG aqueous solution (2 μM) after (a, b) 266 nm
irradiation and (c, d) 355 nm irradiation at various irradiation times.
The excitation wavelength for fluorescence measurements was 320 nm.
The ∼360 nm peak in the fluorescence spectra is the Raman scattering
band of the solvent water, which does not vary with the irradiation
time. Arrows indicate the intensity change of the product fluorescence
or 6-TG absorption peak with irradiation time.

Figure 2. UV−vis absorption spectra for 1 nM AuNPs aqueous
solution in the absence and the presence of 2 μM 6-TG. Inset: TEM
image for AuNPs in the absence (i) and presence (ii) of 2 μM 6-TG
(the scale bar represents 50 nm).
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When 6-TG undergoes photooxidation to produce GSO3, as in
the case of 266 nm irradiation, the Au−S bond is destroyed and
AuNPs return into the monodispersion state. On the other
hand, when 6-TG photooxidation is prohibited by AuNPs, as in
the case of 355 nm irradiation, no GSO3 is produced and AuNPs
remain to be aggregated. For single base 6-TG, the sensitive
color change of the irradiated AuNPs/6-TG solution makes
AuNPs a colorimetric probe as well for such photochemical
events.
After demonstrating the protection effect of AuNPs in

preventing the photooxidation of single base 6-TG, we
extended the studies to DNA 6-TG, i.e., the single-strand
DNA (TG-ssDNA) and double-strand DNA (TG-dsDNA)
with 6-TG incorporated. Unlike single base, TG-ssDNA or TG-
dsDNA does not induce the aggregation of AuNPs, and the
UV−vis absorption spectra exhibit only the 520 nm peak for
monodispersed AuNPs (Figures S1 and S2). This is due to the
extra negative charges that the phosphate groups (PO4

3−) of
DNA carry.42 For the AuNPs/TG-ssDNA or AuNPs/TG-
dsDNA mixed solution, irradiation experiments at 266, 355,
and 532 nm were performed (Figures S1 and S2). In the
fluorescence spectra, it shows that the photooxidation to
produce GSO3 only occurs upon 266 nm irradiation and is
totally suppressed under 355 nm irradiation, which is similar to
the case of single base 6-TG. These experiments demonstrate
further that in ssDNA and dsDNA with 6-TG incorporated
AuNPs could effectively prevent 6-TG from photooxidation
triggered by UVA (355 nm) excitation as well. This result is
important for the realistic applications, since thiopurine drugs
require to be incorporated into DNA as 6-TG by cell
metabolism to take effect.2−5 Here, it is demonstrated that
the unique photochemistry of DNA 6-TG causing phototoxicity
could be effectively prevented by the drug carrier AuNPs.
To understand the molecular mechanisms of AuNPs in

affecting the photophysical and photochemical properties of 6-
TG, we performed excited state ab initio calculations (see
details in Supporting Information) which show that UVC (266
nm) and UVA (355 nm) populate the S3 and S2 states,
respectively. The S2 state is a 1(ππ*) excitation corresponding
to the transition from CS/purine conjugated π orbital to π*

orbital (πCS to π*CS, Figure 4 and Figure S3) with the
elongation of the CS bond (from 1.64 Å of S0 to 2.02 Å of

S2; see Figure 4). After excitation to S2, a consecutive relaxation
mechanism of S2 to S1, S1 to T2, and T2 to T1 through mutual
energy crossings43,44 allows for a drastically efficient intersystem
crossing process (∼0.3 ps)45 to the lowest triplet state that
ultimately leads to 1O2 formation and the high phototoxicity of
6-TG. For the S3 state, it is a

1(ππ*) excitation from the p−π
conjugated orbital between the N11 lone electron pair and the
purine’s aromatic π orbital to the aromatic π* orbital (πN11(p)‑CC
to π*N11(p)‑CC, Figure 4 and Figure S3), causing an obvious out-
of-plane motion of the N3−C2−N11−H12 dihedral angle (from
−7.5° of S0 to 66.5° of S3; see Figure 4). S3 interacts with other
electronic states profoundly (Figure S5), resulting in favorable
relaxation from S3 to T2 and T2 to T1 along with the 1O2
phototoxicity under UVC excitation as well.
With the theoretical results, the modulation effects of AuNPs

on 6-TG photochemistry can be understood. Under UVA (355
nm) light, the S2 excitation corresponds to the transition from

Figure 3. Fluorescence and UV−vis absorption spectra of O2-saturated AuNPs (1 nM)/6-TG (2 μM) mixed solution upon irradiation of 266 nm (a,
b), 355 nm (c, d), and 532 nm (e, f). The excitation wavelength for fluorescence measurements was 320 nm. Arrows indicate the intensity change of
the product fluorescence or AuNPs plasmon peak with irradiation time. (g) Schematic illustration of the photochemistry of 6-TG adsorbed on
AuNPs surface under UVC or UVA irradiation. Red and blue balls represent the monodispersed and aggregated AuNPs, respectively.

Figure 4. CASSCF optimized molecular orbitals related to the S2 and
S3 excitation. Main structural parameters for the fully optimized
geometries of S0, S2, and S3 states calculated at MS-CASPT2//SA-
CASSCF level (detailed structures displayed in Figure S4). Atomic
numbering labeled in S0. Yellow, gray, magenta, and cyan spheres
represent sulfur, carbon, nitrogen, and hydrogen atoms, respectively.
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CS/purine conjugated π orbital to π* orbital and is mainly
correlated with the CS bond deformation (Figure 4). After
binding with AuNPs by forming the Au−S bond, the CS
double bond feature of 6-TG is removed and becomes a single
bond within the infrastructure of C−S−Au (Figure 3g). In this
case, the CS/purine conjugated π orbital feature of 6-TG
disappears. Therefore, the 355 nm light cannot excite 6-TG to
the S2 state anymore once these molecules are bound with
AuNPs. Without being photoactivated, the photooxidation
events of 6-TG are thus completely prohibited. On the other
hand, the UVC (266 nm) light corresponds to S3 excitation,
which is mainly localized with the C2−N11 bond, causing the
N3−C2−N11−H12 dihedral angle change (Figure 4). In this
case, Au−S bond formation between 6-TG and AuNPs has
little effect on S3 excitation. At 266 nm, 6-TG molecules can
still be photoactivated to S3 and undergo relaxation to T1,
leading to 1O2 and oxidation. It turns out that the Au−S bond
formation between 6-TG and AuNPs only modulates the S2
excitation and thus prohibits the UVA photochemistry.
The effective elimination of the UVA phototoxicity of 6-TG

by AuNPs observed here has important medicinal and
biological implications. Unlike the canonical DNA bases that
only absorb UVB and UVC, 6-TG is a UVA chromophore with
a maximum absorption at 340 nm, causing UVA skin sensitivity
and cancer risks for patients taking these drugs.7,8 Meanwhile,
UVA (320−400 nm) comprises more than 95% of the UV
radiation in sunlight reaching earth organisms. Therefore, the
detrimental phototoxicity of 6-TG is dominantly caused by
UVA irradiation and the contribution from the shorter
wavelength (∼5%) UVB (320−290 nm) and UVC (290−200
nm) is minor. In view of this and given the well-characterized
capability of AuNPs as drug carrier to deliver 6-TG, our
observations here point to an effective measure of using AuNPs
to remove these phototoxicity side effects of 6-TG in vivo for
patients treated with thiopurine drugs.

■ CONCLUSION
In summary, we have shown that metal nanoparticles AuNPs
can successfully modify the unique photochemistry of 6-TG
that induces DNA oxidative damage. Conjugation of 6-TG with
AuNPs by Au−S bond formation removes the double bond
feature for the thiocarbonyl group of 6-TG, resulting in the
prohibition of the UVA excitation to S2 state for 6-TG since S2
state corresponds mainly to the CS bond excitation. Without
undergoing photoactivation, the 6-TG photosensitization to
form 1O2 and the ensuing DNA oxidation events are effectively
prevented, as evidenced by the absence of the major
promutagenic product GSO3 in the fluorescence spectra for
AuNPs/6-TG under UVA (355 nm) irradiation. Importantly,
comparative experiments under UVC (266 nm) irradiation
demonstrate this scenario from another aspect, where the
photoactivation and oxidation of 6-TG to GSO3 still occur
because the UVC light can excite 6-TG to S3 state that is mainly
related to the C2−N11 bond excitation and barely affected by
AuNPs conjugation. Altogether, these results provide new
fundamental insights to understand the significant roles of
AuNPs in affecting the excited state photochemistry of the
adsorbed molecules.
Of paramount importance for the application of AuNPs as

drug carrier, we have demonstrated that AuNPs can remove
efficiently the UVA phototoxicity side effects of 6-TG that is
the main cause for the increased incidence of skin cancers in
patients under thiopurine treatment. In fact, 6-TG represents

an important class of drugs based on thiobases (4-
thiothymidine, 2-thiothymidine, 4-thiouracil, 2-thiouracil, 6-
mercaptopurine, etc.) that have the photochemical properties
of generating 1O2 by UVA absorption and photosensitiza-
tion.46−49 Therefore, the pronounced protection effects of
AuNPs in preventing the harmful phototoxicity of 6-TG and
improve the drug efficacy can be extended to a class of thiobase
drugs in principle, and further related studies should be of high
interest.
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