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Graphene quantum dots (GQDs) were connected to [Ru(bpy)s]?* to sense DNA-mediated charge transfer.

Interaction between abasic site double stranded DNA (Abasic-DNA) and [Ru(bpy)s—GQDI** was
investigated by absorption spectroscopy, gel electrophoresis, dichroism, and melting
temperature measurements. The results indicate that [Ru(bpy)s—GQDI>* could be intercalated into
double stranded DNA. Using [Ru(bpy)s—GQDI?* as a signal molecule, the charge transfer performance of
DNA-intercalated [Ru(bpy)s—GQDJ** using
electrochemiluminescence measurements. Various DNA types were immobilized on Au electrodes via

circular

was determined electrochemical and
Au-S bonds. Electrochemiluminescence and electrochemical measurements indicate that [Ru(bpy)s—
GQDI?* could enhance DNA-mediated charge transfer when intercalated into an abasic site of double
stranded DNA. And comparing with [Ru(bpy)s]2", it can be concluded that GQDs intercalate into the DNA

duplex by acting as a base analog, thus enhancing DNA charge transfer. These findings suggest that the

Received 17th July 2019
Accepted 26th September 2019

DOI: 10.1039/c9ra05481b DNA-GQD structure could aid the development of molecular devices and electric drivers, and broaden

Open Access Article. Published on 04 October 2019. Downloaded on 2/13/2026 1:58:53 AM.

Thisarticleislicensed under a Creative Commons Attribution-NonCommercial 3.0 Unported Licence.

(cc)

rsc.li/rsc-advances

1. Introduction

Graphene is a monolayer of carbon atoms with a dense
honeycomb crystal structure that can be stacked into graphite.
As an emerging material, graphene quantum dots/carbon dots
has been widely used in biosensing.’” Graphene quantum dots
(GQDs) are small graphene fragments, which can be one layer
thick. GQDs stacked on top of each other have a structure
similar to the stacked base pairs of DNA.'*** Consecutive base
pairs of DNA are stacked closely together, allowing the inter-
action of adjacent aromatic systems of DNA. Double stranded
DNA (dsDNA) is capable of mediating charge transport through
its m-stacked base pairs,**'*> and graphene exhibits outstanding
electrical conductivity.'**® For this reason, GQDs are well suited
for monitoring charge transport (CT) in DNA.

In the past few decades, DNA CT has received significant
interest from biologists, physicists and chemists.'***** The
rapid development of electronic techniques has led to the
miniaturization of electronic devices, and thus to the develop-
ment of molecular electronics.>*> DNA is a good candidate for
molecular devices because of its unique identifiability and self-
assembly capability.”® Recent investigations have shown that CT
is of great significance in understanding the mechanisms of
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the application of DNA charge transfer.

genetic damage and message transmission, and for exploring
methods for gene therapy.

A method of injecting charge onto a DNA strand and for
reporting the CT event is necessary for investigating DNA
CT.>** Many studies have shown that metal complexes are
good probes of DNA CT.**?° Varying the metal ligands and DNA-
binding features are important parameters for governing DNA-
mediated electron transfer. In addition, ancillary ligands can
influence the electrochemical or photophysical properties of
these complexes.*** Particularly effective examples are transi-
tion metal complexes, which can sensitively tune their elec-
tronic and electrochemical or luminescent properties upon
interaction with duplex DNA.**** Since the [Ru(phen);]*
complex was reported to be capable of recognizing DNA,**%’
polypyridyl ruthenium complexes have been widely used as
probes of DNA secondary structure.*®*' For example, the
ruthenium complexes [Ru(bpy)s]*" and [Ru(bpy),dppz]** have
been used as DNA probes.*>**** The use of non-natural base
analogues will further our understanding of the effect of close
interactions between bases on DNA CT. Many base analogues
only slightly perturb the geometry and structure of the base
stack, because they interact in a natural way with other bases
and become part of the base stack.

In the current study, GQDs were tailored as ligands or base
analogues to sense CT in DNA, with the aim of enhancing CT in
DNA. [Ru(bpy)s]*" was used as a bridge to connect DNA and
GQDs. Absorption spectroscopy, circular dichroism (CD), and
polyacrylamide gel electrophoresis were used to investigate the
interaction between the [Ru(bpy);-GQD]** complex and DNA

This journal is © The Royal Society of Chemistry 2019
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duplex. Electrochemical and electrochemiluminescence (ECL)
results illustrate the advantages of GQDs as a base analogue for
studying CT in DNA.

2. Experimental

2.1 Materials and reagents

NaCl, NaH,PO,, Na,HPO,, K;[Fe(CN)s], K,[Fe(CN)s] and KCl
were purchased from Beijing Chemical Works (P. R. China).
Tripropylamine (TPA) was purchased from TCI Inc. (Japan). 1-
(3-Dimethylaminopropyl)-3-ethylcarbodiimide  hydrochloride
(EDC), 2,2'-bipyridine-4,4’-diamine [bpy(NH,),] and cis-bis-(2,2’-
bipyridine)dichlororuthenium(u) [RuCly(bpy),]** were
purchased from Sigma Chemical Co. Ltd. N-Hydrox-
ysuccinimide (NHS) was purchased from Sinopharm Chemical
Reagent Co. Ltd. GQDs were purchased from Nanjing XFNANO
Materials Tech Co. Ltd. Other reagents were purchased from
Beijing Dingguo Changsheng Biotechnology Co. Ltd. Ultrapure
water was used throughout, and was obtained from a Millipore
Water Milli-Q water purification system. All reagents were of
analytical grade. Oligonucleotide sequences were synthesized
and purified by Sangong Biotech Co. Ltd.

2.2 Apparatus and measurements

Fluorescence spectra were recorded on a Hitachi F-4600 fluo-
rescence spectrophotometer. The excitation wavelength was set
at 380 nm, and emission spectra were recorded with the wave-
length range of 400-680 nm. The widths of the excitation and
emission slits were 10 nm. Proton nuclear magnetic resonance
(*H NMR) spectra were recorded on a Varian-500 spectrometer.
Ultraviolet-visible (UV-vis) spectra were recorded on a Shimadzu
UV-2450 spectrophotometer. CD spectra were recorded on an
Applied Photophysics Pistar m-180 CD spectrometer, and the
wavelength range was 350-200 nm. Native polyacrylamide gel
electrophoresis was performed with a mini-gel apparatus (DYY-
7C, Beijing Liuyi Scientific Equipment Ltd, P. R. China) using
20% acrylamide gel, and imaged on a Bio-Rad Gel Doc XR+
Imaging System.

2.3 Synthesis of dsDNA

All DNA solutions were thoroughly deoxygenated with argon
prior to annealing, and stored in phosphate buffer saline (PBS)
(5 mM, 0.1 M NaCl, pH 7.4). Equimolar amounts of single-
stranded DNA (ssDNA) were combined and annealed by heat-
ing to 90 °C and subsequently cooling to ambient temperature
over 90 min, to form duplexes. Abasic site dsDNA (labeled as
Abasic-DNA) was obtained by hybridizing ssDNA-1, ssDNA-2,
and ssDNA-3, as shown in Table S1.f Well matched double
stranded DNA (WM-DNA) was obtained by hybridizing ssDNA-1
and ssDNA-4, as shown in Table S1.f One base-mismatched
double stranded DNA (MM-DNA) was obtained by hybridizing
ssDNA-1 and ssDNA-5, as shown in Table S1.f DNA synthesis
reactions were carried out in a Bio-RAD T100 Thermal Cycler.
The base sequences of DNA used in this study were:

ssDNA: 5'-CTC GGG GGC GCC AGC GGC CCC GGC TGC ATG
AGC TGC AAG TGC GTG CTG AGC TGA GGA TCC-3'
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Abasic-DNA: 3’- GAG CCC CCG CGG TCG CCG GGG CCG
ACG TAC TCG A4 G TTC ACG CAC GAC TCG ACT CCT AGG-5'

WM-DNA: 3'-GAG CCC CCG CGG TCG CCG GGG CCG ACG
TAC TCG ACG TTC ACG CAC GAC TCG ACT CCT AGG-5'

MM-DNA: 3'-GAG CCC CCG CGG TCG CCG GGG CCG ACG
TAC TCG AAG TTC ACG CAC GAC TCG ACT CCT AGG-5'

2.4 Synthesis of [Ru(bpy),(bpy(NH,),)]**

The [RuCl,(bpy),-2H,0" (1 mM, 0.52 g) and bpy(NH,),
(1.5 mM, 0.279 g) were dissolved in 20 mL of ethylene glycol/
water (v/v, 9:1) in a three-necked flask. The solution was
heated at reflux (120 °C) for 6 h, yielding a dark red solution,
which was subsequently cooled to room temperature. 20 mL of
water was added, and the resulting solution was filtered to
obtain a dark red filtrate. The solution was then poured into
300 mL of aqueous NH,PF,, forming an orange-yellow precipi-
tate. The precipitate was filtered off, washed with water and
then acetonitrile, and dried under vacuum. The crude orange-
yellow product was purified by column chromatography on
neutral alumina with acetonitrile/methylbenzene as the eluent.
The solvent was removed by rotary evaporation yielding red
crystals (423 mg, yield 60%). 'H NMR confirmed that
[Ru(bpy),(bpy(NH,),)]** was obtained (Fig. S-17).

2.5 Synthesis of [Ru(bpy),(bpy(NH,),)-GQD]**

0.1 M EDC (20 pL) and 0.1 M NHS (10 pL) were added into an
aqueous dispersion of GQDs, to activate the carboxylic acid
groups. [Ru(bpy),(bpy(NH,),)]*" was then incubated in the GQD
solution ([Ru(bpy),(bpy(NH,),)]** (10 uM) : GQDs (1 ug mL™ ") =
1:5 v/v) for 30 min in a shaker to produce [Ru(bpy),(-
bpy(NH,),)-GQD]** (labeled as [Ru(bpy);-GQD]*) (Fig. S-31).

2.6 Incubation of [Ru(bpy);-GQDJ** and dsDNA

[Ru(bpy);—~GQDJ** was gently stirred in a warm bath at 37 °C.
Different amounts of 25 uM Abasic-DNA were then added to the
solution, which was incubated for another 10 min. The product
was labeled as Abasic-DNA-Ru-GQD.

2.7 Fabrication of DNA-modified electrodes for
electrochemical and ECL detection

Before surface modification, the Au electrode was polished in
a 0.05 um alumina/water slurry, followed by successive sonica-
tion in ultrapure water, ethanol and ultrapure water. The elec-
trode was then immersed in freshly prepared piranha solution
(98% H,SO,: 30% H,0,, 7:3 v/v) for 10 min. The treated
electrode was then rinsed thoroughly with ultrapure water and
dried in a stream of N,.

Immobilization of DNA was accomplished by dropping 10 pL
of 25 uM thiolated ssDNA-1 (ssDNA), Abasic-DNA, ferrocene
labeled Abasic-DNA (Fc-DNA), MM-DNA, or WM-DNA on the
pre-cleaned Au electrode, which were labeled as ssDNA/Au,
Abasic-DNA/Au, Fc-DNA/Au, MM-DNA/Au, and WM-DNA/Au,
respectively. The reaction was maintained for 16-24 h in
a humid environment, to ensure the formation of a DNA
monolayer on the Au electrode via thiol-Au bonds. And then 6-
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hydroxy-1-hexanethiol (MCH) was used for backfilling by
casting 10 uL of 1 mM MCH onto the surface of Au electrode and
incubated for 40 min to block the remaining active sites. The
resulting electrodes were rinsed thoroughly with 5 mM PBS (pH
7.4), before use in detection measurements.

2.8 Electrochemical and ECL detection

Electrochemical impedance spectroscopy (EIS) measurements
were conducted in 5.0 mM K;[Fe(CN)y]/K4[Fe(CN)s] with
a frequency ranging from 1 to 10° Hz. Electrochemical signals of
ferrocene were obtained by recording cyclic voltammetry (CV)
curves in 0.1 M phosphate buffer (pH 7.4). ECL measurements
were performed using a MPI-E electroluminescent analyzer
(Xian, P. R. China) with a potential range of 0.4-1.4 V and a scan
rate of 100 mV s~ . The ECL intensity was detected in 0.1 M TPA
(pH 7.4, 0.1 M PBS) (Scheme 1).

3. Results and discussion

3.1 UV-vis and fluorescence analyses of [Ru(bpy);-GQD]**
complex

Fluorescence emission spectra of aqueous solutions of GQDs,
[Ru(bpy),(bpy(NH,),)]** and [Ru(bpy);-GQDs]*" are shown in
Fig. 1A. The GQD solution exhibits a strong photoluminescence
emission centered at ca. 378 nm (dark purple). In contrast,
a photoluminescence emission band at ca. 447 nm is observed
for [Ru(bpy),(bpy(NH,),)]*" (dark blue). There is a significant
decrease in the characteristic fluorescent intensity of [Ru(bpy);-
GQDs]** solution (dark green), when compared to that of the
GQDs. The fluorescence intensity at ca. 447 nm disappears in
comparison with pure [Ru(bpy),(bpy(NH,),)]>". This result

Scheme 1 The binding modes of [Ru(bpy)s—GQDI** with Abasic-
DNA.

31638 | RSC Adv., 2019, 9, 31636-31644

View Article Online

Paper

4000

e Abasic-DNA
A = GQDs
= [Ru(bpy),(NH,),]"*
~ [Ru(bpy),-GQDJ**
=== Abasic-DNA-Ru-GQD

3000
2000 /7

1000

Fluorescence Intensity (a.u)

0 T T
400 500
Wavelength (nm)
00l B ——GQDs
[Ru(bpy),(NH,), I

e [Ru(bpy),-GQD]**
=
8
o 0.6
Q
c
©
£
o
(72}
o l
< 034\ /

0-0 T T ¥ 1 ¥ 1 L] T L 1 T Ll LI 1 x

200 250 300 350 400 450 500 550 600 650
Wavelength (nm)
Fig. 1 (A) The fluorescence spectrum of Abasic-DNA (black), GQDs

(dark purple), [Ru(bpy)x(bpy(NH»),)1?* (dark blue), [Ru(bpy)s—GQDI**
complexes (dark green) and Abasic-DNA—-Ru-GQD (saffron yellow). Ex
= 280 nm. (B) UV-Vis absorption spectra of GQDs (red), [Ru(bpy),(-
bpy(NH,),)12" (silvery grey) and [Ru(bpy)s—GQD]?* complexes (dark
blue).

suggests that GQDs as ligands for [Ru(bpy),(bpy(NH,),)]** have
a strong fluorescence quenching effect.***® A blue-shift in
emission band to around 361 nm is observed for the [Ru(bpy);-
GQDs]*" compared to GQDs. The blue shift is attributed to
coupling of the conjugated hexagonal rings of the GQDs and
[Ru(bpy),(bpy(NH,),)]** functional groups.*»*

UV-vis absorption spectra of solutions containing
[Ru(bpy),(bpy(NH.,),)]*", [Ru(bpy)s-GQDs]*" and GQDs are
shown in Fig. 1B. The GQD solution exhibits an absorption
band at ca. 260 nm. Two strong absorption bands appear at ca.
240 nm and 280 nm, and a broad absorption appears at ca.
450 nm. These correspond to the w-m* transition and metal-to-
ligand charge transfer (MLCT) adsorptions of [Ru(bpy).(-
bpy(NH,),)]**.*>** When the GQDs are bound with [Ru(bpy),(-
bpy(NH,),)]*", the 7 orbital of [Ru(bpy),(bpy(NH,),)]*" can
couple with the m orbital of the GQDs, with the coupled m
orbital being partially filled with electrons. This decreases the
energy of the m-m* transition, resulting in hypochromicity.>
The absorption peak of [Ru(bpy);-GQD]*" is significantly red
shifted compared with that of [Ru(bpy),(bpy(NH,),)]*". This is

This journal is © The Royal Society of Chemistry 2019
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attributed to the significant decrease in HOMO-LUMO energy
gap of [Ru(bpy);-GQD]**.%

3.2 Interaction between [Ru(bpy);-GQD]** complex and
Abasic-DNA

(1) UV-vis absorption and fluorescence analyses. UV-vis
absorption spectroscopy is a simple and frequently used tech-
nique for studying interactions between DNA and small
ligands.®* 1t is especially useful for determining the interac-
tion between Abasic-DNA and [Ru(bpy);-GQD]>". Specifically,
the shifting of the band maximum of the free state of the ligand
in solution upon binding with DNA can be observed. As shown
in Fig. 2, [Ru(bpy);~GQD]** and DNA have the same UV-vis
absorption peak at 260 nm. The theoretical UV-vis absorption
of Abasic-DNA-Ru-GQD is obtained from summing the data for
[Ru(bpy);-GQD]*" and DNA (dotted curve, Fig. 2). Comparison
with the UV-vis data for Abasic-DNA-Ru-GQD (blue curve, Fig. 2)
shows evident hypochromism. This is consistent with the
intercalation of a small molecule and DNA. This can decrease
the distance of the stacking interaction between the GQD
heterocycle and base pairs of DNA, thus decreasing the elec-
tronic interaction.”® The same results are obtained from the
fluorescence analysis. The Abasic-DNA-Ru-GQD shows a pho-
toluminescence peak centered at ca. 361 nm, and shows much
stronger photoluminescence emission than [Ru(bpy);-~GQD]**
(Fig. 1A). The fluorescence enhancement could be attributed to
the intercalation of GQDs into Abasic-DNA base pairs. This
weakens molecular vibration by forming hydrogen bonds, and
enhances photoluminescence emission. Comparing the pho-
toluminescence of GQDs interacted with DNA and [Ru(bpy),(-
bpy(NH,),)]*" interacted with DNA suggests that the GQDs
interact with DNA preferentially to other ligands.

(2) Melting temperature and circular dichroism analyses.
The intercalation of complexes into DNA base pairs can stabilize
the base stacking.””*® The melting temperature (7;,) of DNA is
defined as the temperature at which half of dsDNA is dissoci-
ated into single strands, and reflects the stability of the DNA
macromolecule.” The intercalation of complexes into DNA base

[Ru(bpy),-GQD]*
0.8- = = = = Theoretical Abasic-DNA-Ru-GQD
' Real Abasic-DNA-Ru-GQD
@ Abasic-DNA
>3
=
<
=
=
5
2 04
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Fig. 2 UV-vis absorption spectrum of [Ru(bpy)s—GQDI** (black line),
Abasic-DNA (red line), actual measured Abasic-DNA-Ru-GQD (dark
blue line) and theoretical Abasic-DNA—-Ru-GQD (pink dash line).
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pairs increases the Ty, of dsDNA, while non-intercalated
binding does not enhance the T},.°* As shown in Fig. 3, the T},
of Abasic-DNA is 84.68 °C in the absence of [Ru(bpy);-GQD]*,
and increases to 88.83 °C in the presence of [Ru(bpy);-GQD]*".
The higher Ty, indicates the enhanced stability of the DNA in
the presence of [Ru(bpy);-GQD]**. The result supports the
conclusion of intercalative binding of [Ru(bpy);-GQD]*" with
Abasic-DNA.

Circular dichroism (CD) originates from interactions
between chiral molecules and circularly polarized electromag-
netic radiation. CD can be used to detect changes in DNA
morphology. The band has a base stacking of 275 nm and
a right-handed helicity of 248 nm, which make it sensitive to
DNA interactions with small molecules.®*® CD spectra of
Abasic-DNA (shown as Fig. S-21) are characterized by a positive
long wavelength band or bands at about 260-280 nm. These are
due to base stacking. A negative band at around 250 nm results
from the DNA helicity, and indicates a right-handed B-form
helical conformation.®** The conformation of Abasic-DNA
changes after incubation with [Ru(bpy);~GQD]*" (shown as
Fig. S-27). The negative band at 247 nm is red shifted to 248 nm.
The positive long wavelength band at 274 nm shifts to 272 nm.
The results also indicate the interaction between [Ru(bpy)s—
GQD]** and Abasic-DNA, which leads to a conformational
change in Abasic-DNA.%¢

(3) Polyacrylamide gel electrophoresis of GQDs and dsDNA.
The Abasic-DNA and Abasic-DNA-Ru-GQD complexes were
studied for their electrophoretic mobility assay using poly-
acrylamide gel electrophoresis, and the results are shown in
Fig. 4. Lanes 1, 2, 3 and 4 show the mobilities of Abasic-DNA,
Abasic-DNA-GQD, Abasic-DNA-[Ru(bpy),(bpy(NH,),)]*" and
Abasic-DNA-Ru-GQD, respectively. The mobility of a charged
species in electrophoresis depends on its charge and molecular
weight. The molecular weight of each species in the four lanes is
different. The results show that both Abasic-DNA-[Ru(bpy).(-
bpy(NH,),)]*" and Abasic-DNA-Ru-GQD act on DNA, as that
there are electrophoretic mobility differences when compared

0.3 = Abasic-DNA
’ Abasic-DNA-GQD
Abasic-DNA-[Ru(bpy)s(NHz)z]z*

- v Abasic-DNA-Ru-GQD
3 £
s 0.2 -
@
Q
c
©
£
20.1-
<

0.0 -

0 20 40 60 80
Temperature (°C)

Fig. 3 Melting curves for Abasic-DNA and Abasic-DNA-Ru-GQD
from the temperature dependence of CD at 260 nm.
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Fig. 4 Electrophoretic mobility of (lane 1) Abasic-DNA, (lane 2) Aba-
sic-DNA-GQD, (lane 3): Abasic-DNA-[Ru(bpy)(bpy(N H.),)1%*, (lane 4)
Abasic-DNA-Ru-GQD.

with the control DNA samples.” The band of Abasic-DNA-Ru-
GQD in lane 4 lags behind that in lane 1. The difference in
the positions of the bands is due to the successive decrease in
the electrophoretic mobility of Abasic-DNA after binding with
the Abasic-DNA-[Ru(bpy),(bpy(NH,),)]*" and Abasic-DNA-Ru-
GQD complexes. Abasic-DNA-Ru-GQD is heavier than Abasic-
DNA. Thus, the electrophoretic mobility of Abasic-DNA-Ru-
GQD is less than that of Abasic-DNA. For this reason, the Aba-
sic-DNA-GQD band in lane 2 and Abasic-DNA-[Ru(bpy),(-
bpy(NH,),)]** band in lane 3 lag behind the Abasic-DNA band in
lane 1, and are ahead of the Abasic-DNA-Ru-GQD band in lane
4.68

(4) Electrochemical analysis. Electrochemical methods are
also useful for studying the interaction between metal chelates
and DNA.*” To further verify the binding mode of [Ru(bpy)s;-
GQD]** with DNA, CV curves were measured in the absence and
presence of Abasic-DNA. Variations in peak potential and
current reflect the effects of binding interactions.” As shown in
Fig. 5A, [Ru(bpy);-GQD]** has a cathodic peak at 0.44 V and an
anodic peak at 0.90 V (E;,, = 0.67, refers as the average of Ep,
and E,) in the absence of DNA, which are attributed to the
redox process of the Ru**/Ru’** couple.”™ The current decrease
upon the addition of Abasic-DNA indicates the binding of Ru-
GQD to DNA. Measurements of diffusion currents in the pres-
ence of excess nucleic acid have shown that DNA-bound species
have much lower diffusion coefficients than free species.”
Furthermore, the shift in peak potential to more positive values
after adding Abasic-DNA is typical of species that intercalate
into DNA.” CV curves of [Ru(bpy);]*" measured in the absence
and presence of Abasic-DNA are shown in Fig. 5B. Similarly, the
reduced current in the presence of DNA suggests the interaction
between [Ru(bpy);]*" and DNA. The E;,, of the Abasic-DNA-
[Ru(bpy);]*" adduct is 0.67 V, which is more negative than that
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Abasic-DNA.

of [Ru(bpy)s]** (B2 = 0.70 V) as the result of electrostatic
binding.”

3.3 Electron transfer assay

The Barton group has utilized transition metal complexes
combined with DNA to mediate the CT response.'®” The
current study investigates the use of metal complexes of
[Ru(bpy);~GQDJ** as probes for initiating and monitoring DNA
CT events by electrochemistry and ECL. The results have
demonstrated the intercalation of [Ru(bpy),(bpy(NH,),)-GQD]**
into Abasic-DNA. To investigate the performance of GQDs as
a base, the CT of Abasic-DNA-Ru-GQD was studied using elec-
trochemistry and ECL.

(1) EIS analysis. EIS can be used to study the surface features
of modified electrodes using the redox probe [Fe(CN)s]*~"*~. EIS
was used to investigate changes in the CT resistance (R.)
resulting from each surface modification step, as shown in
Fig. 6A. The EIS spectrum of the bare Au electrode shows
a semicircle profile at high frequency, which is related to the
electron-transfer-limited process, and a linear profile at lower
frequency, which corresponds to diffusion. The increase in the

This journal is © The Royal Society of Chemistry 2019
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diameter of the semicircle reflects the increase in interfacial
R.:.”® Fig. 6A shows that the bare Au electrode exhibits an almost
straight line at low frequencies corresponding to the diffusion
process, and a very small semicircle at high frequencies. The R
is estimated to be about 600 Q from the semicircle diameter.
After the immobilization of thiolated Abasic-DNA, the R
increases from 600 Q to 3500 Q. This increase is due to the
immobilization of negatively charged Abasic-DNA, which
results in a negatively charged electrode surface. The surface
then electrostatically repels the negatively charged redox probe
[Fe(CN)]**7, and inhibits interfacial CT.”” When [Ru(bpy);-
GQD]2+ is bound with Abasic-DNA, the R.; decreases from 3500
Q to 1300 Q, because GQDs are intercalated into Abasic-DNA
and mediate CT by acting as a base. [Ru(bpy);—~GQD]*" is the
intercalator and redox active species, and acts as a mediator to
shuttle electrons along the DNA double helix.”® CV can also
probe the features of surface-modified electrodes. Fig. 6B shows
that the redox peak current is enhanced when [Ru(bpy);-GQD]**
is intercalated into Abasic-DNA on the Au electrode. In
summary, the EIS and CV results show that [Ru(bpy);-~GQD]**
accelerates electron transfer in DNA.

(2) Electrochemical analysis. To further demonstrate the
[Ru(bpy);-GQD]**-mediated DNA CT, ferrocenyl (Fc) was
labeled onto the terminal of Abasic-DNA to investigate DNA
CT.” Ferrocenyl has good reversible electrochemical perfor-
mance. It also has faint redox performance on ferrocenyl-
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labelled Abasic-DNA/Au (black line in Fig. 7), because the aba-
sic base attenuated CT of DNA for no perfect base stacked.

The ferrocenyl redox peak current is significantly increased
in the presence of [Ru(bpy);-GQD]*" in solution (red line in
Fig. 7). This result is attributed to the interaction of [Ru(bpy);-
GQDJ** with Abasic-DNA, which forms ordered base stacking in
the DNA duplex. It also promotes electron transfer between the
DNA probe and electrode surface, because the GQDs have
highly efficient electron transfer.*>® This further supports the
conclusion that [Ru(bpy);-GQD]*" intercalated into Abasic-DNA
acts as a base and mediates DNA CT.

(3) ECL analysis. Fig. 8A shows ECL-V curves for the four
modified electrodes (ssDNA/Au, WM-DNA/Au, MM-DNA/Au and
Abasic-DNA/Au). After immersing in [Ru(bpy);-~GQDJ** solution
for 10 min, the resulting electrodes were rinsed thoroughly with
5 mM PBS (pH 7.4), and then detected in 0.1 M TPA (pH 7.4,
0.1 M PBS). ssDNA/Au exhibits no ECL signal, since [Ru(bpy);-
GQD]** cannot be combined into ssDNA because of the lack of
binding sites. There are obvious ECL signals for the other three
dsDNA modified electrodes, which indicate the interaction of
[Ru(bpy);—~GQD]*" with dsDNA. A lower ECL intensity is ob-
tained for MM-DNA/Au, since a base-mismatch can perturb CT
compared to perfectly complementary WM-DNA.** Abasic-DNA
has a higher ECL intensity than WM-DNA, confirming that the
[Ru(bpy);~GQD]** complex intercalates into the incomplete part
of dsDNA, and replaces the absent base for more effective CT.
Thus, thus the interaction between oxidized [Ru(bpy);—~GQD]**
and TPA is increased, which enhances the ECL intensity.

The ECL response of [Ru(bpy)s;]*" (Fig. 8B) is distinctly
different from that of [Ru(bpy);—~GQD]** on the dsDNA-modified
electrodes. The interaction between [Ru(bpy)s]*" and dsDNA is
groove binding and electrostatic interaction.**** Approximately
the same ECL intensities are obtained for the MM-DNA/Au and
WM-DNA/Au electrodes, and Abasic-DNA/Au has a slightly lower
ECL intensity. This is because the absent base can disturb the
formation of the duplex conformation and thus negatively affect
CT.

1.0

0.5+

0.0

Current/pA

-0.5

-1.0 " T
-0.2 0.0

T

0.2 0.4
Potential/V

Fig. 7 Cyclic voltammograms with Fc-DNA/Au (black line) and
[Ru(bpy)s—GQD]?*/Fc-DNA/AU (red line) in 0.1 M PBS.
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Fig. 8 The ECL signals of different modified electrode: ssDNA/Au
(black), WM-DNA/Au (red), MM-DNA/Au (blue) and Abasic-DNA/Au
(pink) immersed in [Ru(bpy)s—GQDI>* (A) and [Ru(bpy)s]** (B) for
10 min before measurement. The detection was performed in 0.1 M
PBS (pH 7.4) containing 0.1 M TPA.

4. Conclusions

In a word, We successfully synthesized the [Ru(bpy),(-
bpy(NH,),)]*" and acquired [Ru(bpy);-GQD]** complex through
amide bond. The optical properties of complex were charac-
terized by UV-vis and fluorescence techniques. Besides, We
employed UV-vis absorption, fluorescence, melting temperature
analyses as well as polyacrylamide gel electrophoresis tech-
niques to further explore the interaction between [Ru(bpy)s;-
GQDJ** and DNA duplex. Electrochemical and ECL analyses
results indicated that abasic site domains could be substituted
with GQDs, which Abasic-DNA was assembled on the Au elec-
trode. Excitingly, the CT of the dsDNA was further enhanced in
this way.

To the best of our knowledge, this is the first report about
graphene quantum dots are connected with [Ru(bpy)s;]** as
a extended ligand. Graphene quantum dots were bound to
[Ru(bpy)s]** as an ancillary ligand, which facilitated the binding
of [Ru(bpy);-GQD]*" with single-base deleted dsDNA. In addi-
tion, this is also the first to demonstrate that graphene
quantum dots could be intercalated into the DNA duplex by
acting as a base analog, and enhancing DNA charge transfer.
From the above, GQDs intercalated in DNA duplex possesses
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great potential in the development of biotechnology and
biosensors.
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