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ABSTRACT

Field-effect transistors (FET) using low-dimensional materials has attracted attention for detection of
DNA hybridization. Here, we proposed a photocurrent-modulated FET sensor, where the
Iyhotocurrent(gate) 1 Iphotocurrent(pna) dramatically enhance the response signal, Icurrent, compared to a tradi-
tional FET sensor. The proposed sensor successfully detects DNA signals with a limit of detection (LOD)
down to attomolar concentrations that is nearly 100x lower than a traditional FET sensor. The sensing
mechanism is postulated and discussed. The results suggest that photo-coupled modulation opens new
avenues for further development of the FET in biosensing applications.
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1. Introduction

DNA carries a broad range of critical biological information and
genetic instructions. It also supplies clues in the diagnosis and
treatment for a range of diseases [1—4]. Therefore, designing a
viable platform for collection and analysis of DNA information is
highly desirable. Recently, the FET biosensor has emerged for rapid
DNA detections due to its simple structure and label-free property
[5—9]. Many diseases have been successfully detected and recog-
nized using the FET sensor. Both Alzheimer's disease and Trisomy
21 syndrome were confirmed using the graphene-based FET sensor
and the MoS;-based FET sensor to detect DNA hybridization [10,11].
Binding kinetics and affinities of the DNA hybridization can also be
calculated using the FET sensor [12]. One inherent limit for these
FET sensors stems from the very small fraction of disease-related
DNA in the body, and therefore further improvement of the limit
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of detection (LOD) for the FET sensor is important.

The present focus in sensor research has been testing configu-
rations of probe DNA or channel materials for improving the
sensitivity of FET sensor to DNA hybridization detection [13—18].
DNA possesses a gating effect and this is the main sensing mech-
anism for the traditional FET sensor to detect DNA hybridization
[19—22]. These FET sensors have reached close to their theoretical
LOD and only small improvements can be found during the
manufacturing processes [23—25]. Finding new sensing mecha-
nisms to significantly enhance the FET sensors’ sensitivity for DNA
hybridization detection remains a key approach for advancement.

Herein we propose a photocurrent-modulated FET sensor for
detection. Initially unrecognized DNA signals were detected after
the sensor was modulated by photo-generated current. The mod-
ulation mechanisms are based on (1) the gating effect-dependent
band profile of the graphene on the channel and (2) the gating
effect-independent band profile of the graphene on the electrodes.
These effects are qualitatively discussed below. The photocurrent-
modulated FET shows remarkable DNA detection capabilities with
an LOD close to 1 aM, which is nearly 100 times lower than a similar
traditional FET sensor.
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Fig. 1. (a) Cu + Graphene. (b) Cu + Graphene + PMMA. (c) Copper foil etched in ferric chlo-ride solution. (d) Graphene + PMMA rinsed with DI water. (e) PMMA was removed and
washed with acetone, ethanol, and deionized water. (f) The graphene FET dried 1 h. (g) PMMA reaction vessel mounted on the FET. (h) Photograph of the FET sensor. (A colour
version of this figure can be viewed online.)

2. Experimental section graphene growth. Methane and Hydrogen gas were used as the
carbon source and auxiliary gas. The ITO/SiO; substrate was pur-
2.1. Materials chased from GULUO GLASS (Luo yang) Co., Ltd. 1-Pyrenebutanoic

acid succinimidyl ester (PBASE), PBS (pH = 7.0—7.2; 137 mM Nacl),

Double-layer graphene was obtained using a chemical vapor ethanolamine and N,N-dimethylformamide (DMF) were purchased
deposition (CVD) system. Copper foil (thickness 250 um; purity from Aladdin Co., Ltd. The sequence of different type DNA pur-
99.99%) cleaned by HCI/H;0 (1:20) was used as the substrate for chased from Sangon Biotech (shanghai) Co., Ltd is shown in
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Fig. 2. (a) Schematic illustration of photocurrent-modulated FET sensor. (b) Light absorption of graphene. (c) Raman spectrum of double-layer graphene. (d) Photocurrent of the
proposed FET sensor that bound with DNA. E: electrode; C: channel; Power of light is 6 W; Vs = 0.1V. (A colour version of this figure can be viewed online.)
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Fig. 3. (a) The mechanism of PBASE works as linker. The insert is PBASE model (b) Raman characterization of PBASE functionalize graphene and immobilize DNA.

supplementary materials table S1.

2.2. Fabrication of the FET sensor

CVD graphene on the Cu substrate is shown in Fig. 1a. PMMA
was used as the support layer to transfer the graphene from the Cu
substrate to ITO/SiO, substrate by etching the Cu substrate in FeCls3
solution (27 g/100 mL), as shown in Fig. 1b and c. ITO was used as a
source and drain for the FET devices. Graphene/PMMA was rinsed 3
times with deionized water for 10 min to remove FeCl3 and CuCl,,
as shown in Fig. 1d. The PMMA/graphene was sequentially
immersed in acetone, ethanol and deionized water for 30 min each
to remove PMMA, as shown in Fig. 1e. This scheme progressively
removes the PMMA, acetone, and ethanol moving to hydrophilic DI
water. Finally, the home-made PMMA reaction vessel was mounted
on the FET with UV curable adhesive and a AgCl reference electrode
was placed above the channel for the gate voltage (V), as shown in
Fig. 1f and g. Fig. 1Th shows a photograph of the fabricated liquid
gated - graphene FET sensor. Light with wavelength of 425 nm and
power of 6 W was selected as the light source.

2.3. Functionalization and immobilization

PBASE was dissolved in DMF and was used as the linker between
the graphene and probe DNA. First, 10 mM PBASE solution was
added into the reaction vessel to react with graphene for 6 h. Next,
DMF removed the excess PBASE. Then 1 uM DNA probe, whose 5’
was modified with amino, was dropped onto the surface of the
sensing material and was reacted with PBASE for 16 h. The unbound
probe DNA was washed away by phosphate buffer. Finally, 100 mM
ethanolamine was used to deactivate the excess reactive groups of
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PBASE and prevent nonspecific binding events.

2.4. Characterization

The transfer characteristics of photocurrent-modulated FET
were recorded by semiconductor parameter analyzer (Keithiey
4200). The thickness and uniformity of the graphene films were
characterized by Raman spectroscopy (Horiba HR-800).

3. Result and discussion
3.1. Properties of DNA biosensor

The sensor effectively generates photocurrent to modulate the
original current signal and enhance the sensitivity of the traditional
FET sensor. The photocurrent-modulated FET sensor consists of
graphene as the channel material, PMMA unit as the reaction
vessel, ITO films as the source/drain electrode, Ag/AgCl as the gate
electrode and the light source has a wavelength of 425 nm, as
shown in Fig. 2a. The optimal conditions that graphene layers and
light wavelength for the proposed sensor were explored by the
Vienna Ab-initio Simulation Package simulation (VASP) [26].
Detailed simulation parameters were shown in Supplementary
materials Simulation. Fig. 2b shows the simulation results that
graphene has the highest light absorption intensity with wave-
length around 300 nm and the second and third highest light ab-
sorption intensity with wavelength around 425 nm and 550 nm.
Due to the light around 300 nm has destructive effect of DNA ac-
cording to Refs. [27,28], the light with wavelength 425 nm was used
as the light source for the photocurrent-modulated FET sensor. The
intensity of absorption increased with the number of graphene
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Fig. 4. (a)Transfer characteristics of the traditional FET sensor for DNA hybridization
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detection. (b)Transfer characteristics of the photocurrent-modulated FET sensor for DNA

hybridization detection. (c—f) and (g—j) Comparisons of signal intensity that obtained by the traditional FET sensor or the photocurrent-modulation FET sensor to detect DNA
hybridization in the same concentration, respectively. (k) Comparison of signal linearity that obtained by the traditional FET sensor or the photocurrent-modulation FET sensor. Al =

|lpmbe - IFCDNA’. (A colour version of this figure can be viewed online.)

layers at the wavelength 425 nm and 1-2 layers graphene can be
stably growth in our Lab, so, double-layer graphene was chosen as
the sensing material for our photocurrent-modulated FET sensor.
As shown in Fig. 2¢, the Raman spectrum of graphene clearly shows
that the ratio of peak intensity of 2D/G is close to 1 and this result is
also confirmed by Raman mapping as shown in Supplementary
information Note 1. This ratio supports the formation of graphene
with double layers [29]. Fig. 2d shows that the proposed FET sensor
effectively generates a photocurrent and is dramatically tuned by
the gating effect which depends on both the gate voltage (V) and
the negative charged DNA (Vpna). The formation of the energy
barrier between the graphene on the channel and the graphene on
the electrode is critical to generate a photocurrent as shown in the
inserts of Fig. 2d. It has been established that the Fermi level of
bilayer graphene is mainly modulated by gate-induced carrier
density, n, as Equation (1) [30,31] :

n2mn
Er—+ 1
P (M
# is the reduced Planck constant. m* is the effective electron
mass, for a specific sensor, m*is a constant. Gate-induced carrier

density, n, is defined as equation (2) [30]:

n:%(VG*VCNP) (2)

where Cgis the gate capacitance per unit area, for this sensor Cg
equal to 2Fm—2and the calculation process of Cg is shown in sup-
plementary information Note 2. Without bound DNA, the n is
mainly tuned by the gate voltage. The formation of energy barrier
to contribute photo-induced carrier density n’ is depend on gate
voltage. For the sensor bound with DNA, in addition to gate voltage

(Vg), n is also tuned by negative charged DNA (Vpyu). Therefore,
Equation (2) is changed to Equation (3):

n :% (Vgate voltage + VDNA - VCNP) (3)

Equations (1) and (3) show that DNA plays an important role in
modulating Fermi level and energy barrier. Here, the formation of
energy barrier to contribute photo-induced carrier density n’ is
both depend on gate voltage and negative charged DNA. It has been
established that the photocurrent arises from photo-induced car-
riers related by Equation (4) [32] :

Ipnotocurrent = qun’EWD (4)

That suggests gradient DNA concentrations with different Vpya
can generate photocurrents to different degrees to modulated the
original current signal.

3.2. Functionalization and hybridization of DNA biosensor

PBASE was selected to perform the functionalization of gra-
phene and the immobilization of DNA. As shown in Fig. 3a, PBASE
bind graphene by stacking of its pyrene group onto the graphene
surface and immobilize the DNA by the conjugation reaction be-
tween the amine group of the probe DNA and the amine-reactive
succinimide group of PBASE. In order to avoid nonspecific absorp-
tion, ethanolamine was used as the blocking agent to inactivate the
excess part of PBASE. As shown in Fig. 3b, all the main fingerprint
peaks of DNA and PBASE were obtained and these peaks can be
clearly distinguished, which indicates that the process of func-
tionalization and immobilization was successfully realized. The
peaks at 1232 cm~ %, 1583 cm~! and 1618 cm ™! can be assigned to
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Fig. 5. Sensing mechanism model: the band profile of the graphene on channel and
that of the graphene on electrodes under various gate voltage. (A colour version of this
figure can be viewed online.)

the pyrene group resonance, which effectively proved that PBASE
had attached onto the graphene surface. The peak at 1688 cm™!
was caused by the introduction of amino, which suggests that the
Probe DNA was successfully bound to graphene. Other peaks can be
assigned to the modes of DNA as described in our previous works
[12,25].
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3.3. Sensitivity of the photocurrent-modulated FET sensor

Response signal changes from Iqymenr tO  lcurrent +
Iphotocurrent(gate voltage) + Iphotocurrent(pna)- The change intensity of the
response signals between the lowest concentration and the highest
concentration is about 3—4 times in our manuscript, which are
highly consistent with the published papers [16,25,33]. Transfer
characteristics curve of the FET sensor to detect DNA hybridization
with the optical source on and off were compared to show the
importance of Iphotocurrent(gate) + Iphotocurrent(DNA)- Fig. 4a shows the
traditional FET sensor cannot detect DNA signals with very low
concentrations (from 1 aM to 1 pM). In Fig. 4b, the response signal
shows significant visible changes after photocurrent modulation,
especially under high gate voltages (+0.5V — +1V). Comparing
Fig. 4a and b, it is clear that these Dirac points were separated
significantly than before, after photocurrent modulation. However,
there still no obvious regularly change. The reason is that the
photocurrent only has a large generation under high gate voltage
range (+0.5V — +1V), and is very weak under the low gate voltage
range (— 0.5V — 0.5V), especially near Dirac point, as shown in
Fig. 2d. Dirac point may change regularly with higher photocurrent
depending more suitable light power and we will further discuss
and research that in the further. With the present photocurrent, the
signal of gradient DNA in the high gate voltage range (+0.5V — +1V)
changes regularly and can be clearly distinguished, which is enough
to work as an effective marker-signal of DNA detection. In this
study, we only focus on the regular separation of the DNA signals
with gradient concentrations under the high gate voltage range,
and do not pay attention to the signals under the low gate voltage
range. Fig. 4c—f and Fig. 4h—j compare the response signals ob-
tained by traditional FET sensor and photocurrent-modulated FET
sensor at a gate voltage range from +0.5V to +1V. These results
clearly show that in detecting DNA hybridization at any concen-
tration, the photocurrent-modulated FET sensor generates a larger
response signal than the traditional FET sensor. The response signal
of the sensor increases with gate voltage and DNA concentration.
Obviously, photocurre Iphotocurrent(gate voltage) +
Iphotocurrent(onayPlayed an important role in enhancing the weak
detection signal. LOD close to 1 aM suggests that obtained FET
sensor present higher sensitivity compared to the published works
as shown in table S1. Moreover, the signal linearity of the
photocurrent-modulated FET sensor and the traditional FET sensor
for detecting DNA hybridization at gate voltage +1V was compared.
The results show that photocurrent-modulated FET sensor exhibits
good linear response to DNA hybridization in the gate voltage (1 V
or — 1V). The traditional FET sensor has almost no linear rela-
tionship between the signal and the DNA concentration in same
condition, as demonstrated in Fig. 4k. The high change intensity,
sensitivity and linearity of the signal for gradient DNA concentra-
tion suggests that Iypotocurrent(gate) + Iphotocurrent(pnay is sufficient to
make traditional FET successfully detect the DNA with ultra-low
concentration and is high promising to provide inspiration for
other DNA biosensor.

3.4. The roles of DNA and gate voltage in generating photocurrent

The gating effect-dependent band profile of graphene on
channel and gating effect-independent band profile of graphene on
electrodes is proposed to explain the different photocurrents
generated under a sweep gate voltage. Changes of gate-introduced
n cause a shifting of the Fermi level for graphene on the channel,
based on Equation (1).

The band profile model of the photocurrent-modulated FET
sensor was divided into three segments to explain this mechanism,
as shown in Fig. 5. Segment A: Gating effect-independent region,
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where there is no gate voltage and no bound DNA. There is no
gating effect to contribute n to graphene, causing the Fermi level to
be fixed. Segment C: Gating effect-dependent region, there is gate
voltage and negative charged DNA. Gate-introduced n will modu-
late the carrier density N, as well as the Fermi level. Segment B:
transition region, transition region, where the Fermi level of gra-
phene on the electrodes is not equal to the Fermi level of graphene
on the channel, forming the band-bending region which can
separate the photo-induced carriers to generate photocurrent [34].
The red dashed line presents the Fermi level, the solid colorful lines
represent the energy at the charge neutrality point (CNP) and the
heavy blue solid line represents graphene. In order to clearly
distinguish the carrier density N and the energy at charge
neutrality point of graphene on the electrodes from that of gra-
phene on the channel, the N of graphene in segment A was labeled
N,, the N of graphene in segment C was labeled N, the energy at
charge neutrality point in segment A was labeled Ef, and the
energy at charge neutrality point in segment C was labeled EENP.
First, the evolution mechanism of photocurrent at Vg = OV was
analyzed in Fig. 5a. Negative charged DNA caused P doping to N
type graphene, causing N4 > Nc and EENP moved close to Fermi level

in segment C. Thus, EéNP is lower than EENP, which form the energy
barrier to separate photogenerated carrier and thus generate the
photocurrent under the action of the external electric field
(Vsp = 0.1 V). E&\p = EA\p explains why the photocurrent is not the
minimum at Vg = OV in Fig. 2d.

Next, the evolution mechanism of photocurrent when gate
voltage moves in the negative direction was analyzed in Fig. 5b. As
shown in process 1, 2, and 3, the EENP moves closer to the Fermi
level and then moves above it. Higher negative gate voltage
increased the P doping to the N-type graphene, causing EéNPis
getting lower and lower than ESy . The change process from E&yp,to
EENP3 suggests that the graphene in condition C has changed from N
type to P type. During this process, the energy barrier has increased,
and that explains why the photocurrent in Fig. 2d increases at more
negative gate voltages.

Then, the evolution mechanism of photocurrent was analyzed
when gate voltage was moving in the positive direction in Fig. 5c. As
shown in process 1, 2, and 3, N¢ increases and EENP moves away
from the Fermi level, because the increasing positive gate voltage
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continuously produces N doping to N type graphene. Due to the
increasing N doping and electron density, the relationship between
Ef\pand ES,p changes from Efp <E&p to EAyp > ESyp. This switch
explains why the photocurrent in Fig. 2d initially decreased and
then increased in the positive gate voltage direction.

Finally, the gradient DNA concentration contributes n to
modulate N and Fermi level, which suggest DNA with different
concentrations can modulate photocurrent to different degree
upon sweeping the gate voltage.

3.5. Specificity of the photocurrent-modulated FET sensor

100pM non-complementary DNA (NCDNA), 100 pM one-base
mismatched DNA, 100 pM five-base mismatched DNA, 100 pM
ten-base mismatched DNA and 100pM fully complementary DNA
(FCDNA) were respectively reacted with probe DNA to obtain the
specificity of such a photocurrent-modulated FET sensor. As shown
in Fig. 6a and Fig. 6b, the red line almost coincides with the black
line and the 41 of non-complementary DNA was found to be
negligible, which demonstrated that NCDNA cause very little
nonspecific adsorption to graphene and that probe DNA can be
bound hard on the surface of graphene by PBASE even after the
sensor was rinsed several times by PBS buffer. As the number of
base mismatch decreases, complementary DNA signals with
different base mismatch degrees are gradually recognized, and the
value of Al getting larger and larger. In additional, the experiment of
Non-target DNA for proving specificity was performed in Fig. S1,
where there is almost no signal change before and after the addi-
tion of PBS (Non-target DNA). It is clear that the developed
biosensor has high specificity for DNA detection.

4. Conclusions

In this study, photocurrent was introduced to modulate the
sensitivity of traditional FET for DNA hybridization detection. The
response signal:

Tcurrent +1photocurrent(gate) + Iphotocurrent(DNA)

Make the proposed FET sensor more sensitive for the detection
of DNA hybridization as compared to the traditional FET sensors. A
sensing mechanism was proposed to explain the reason that DNA
with ultra-low concentration was successfully detected under the
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specified gate voltage range (+0.5V to +1V). The developed
photocurrent-modulated FET sensor possesses good analytical
performance, high current response and good specificity. Improved
DNA sensitivity (LOD near 1 aM) was obtained, which is at least 100
times lower than present FET sensors. In the future, the effect of
light power to photo-induced responses will be explored experi-
mentally and theoretically to further enhance the sensitivity of
traditional FET sensor for DNA hybridization detection. With this
initial study, the results strongly suggest that the proposed system
holds great promise in ultra-low concentration biosensing and the
field of photoelectric analysis.
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