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HIGHLY SENSITIVE BIOMARKER
BIOSENSORS BASED ON ORGANIC
ELECTROCHEMICAL TRANSISTORS

CROSS-REFERENCES TO RELATED
APPLICATIONS

This application claims priority to U.S. Provisional Appli-
cation No. 62/719,731, filed Aug. 20, 2018, the entire
content of which is incorporated by reference herein for all
purposes.

FIELD OF THE INVENTION

The present disclosure generally relates to highly sensi-
tive electrochemical biosensors based on organic electro-
chemical transistors (OECTs), and methods for the use
thereof.

BACKGROUND OF THE INVENTION

Present technology for the analysis of biomarkers is based
on molecular biology methods, including western blotting,
gel electrophoresis, mass spectrometry, enzyme-linked
immunosorbent assays and reverse transcription polymerase
chain reaction (RT-PCR), all of which are normally time-
consuming and laborious.

For example, western blotting is a general method to
specifically detect the existence of a single protein in a
mixture. A semi-quantitative estimation of a protein can be
derived from the size and color intensity of a protein band
on the blot membrane. Protein gel electrophoresis is a
method for the separation and analysis of the proteins in a
fluid or an extract. Its selectivity is based on the different
electrophoretic mobilities of proteins, which are caused by
the length and charge of different polypeptide chains. The
two aforementioned methods both have disadvantages
including: the length of time required for the procedures,
low selectivity and low sensitivity. These methods are not
suitable for early disease detection since the biomarker
concentration change is very small.

Mass spectrometry is an analytical technique that ionizes
chemical species and sorts the ions based on their mass-to-
charge ratio. In a typical mass spectrometry procedure, the
sample is ionized first and these ions are then separated
according to their mass-to-charge ratio. The ions are
detected by a mechanism capable of detecting charged
particles, such as an electron multiplier. Results are dis-
played as spectra of the relative abundance of detected ions
as a function of the mass-to-charge ratio. The atoms or
molecules in the sample can be identified through a frag-
mentation pattern. Mass spectrometry requires complex and
expensive instruments and experienced researchers to oper-
ate the instruments and to analyze the results. It also
involves a devastating sample preparation process and there-
fore it is not suitable for the analysis of living cells.

An enzyme-linked immunosorbent assay is a test that uses
antibodies and color change to identify a substance. It
requires a complex detection process with limited sensitiv-
ity, which affects its suitability for clinical application.

RT-PCR is a technique commonly used to qualitatively
detect gene expression in molecular biology. In RT-PCR, the
RNA samples react with reverse transcriptase to produce
complementary DNA (cDNA). Exponential amplification
cycles are then conducted to amplify cDNA fragments so
that they can be identified by available substrates. The
process is very complex and has low selectivity.
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There is therefore a need to develop a highly sensitive,
low-cost, and simple method/device to detect specific ana-
lytes within a sample.

SUMMARY OF THE INVENTION

The present invention meets at least one of the needs
mentioned above by providing devices and methods for the
highly sensitive detection of analytes within a sample.

In a first aspect, the present invention provides an elec-
trochemical biosensor comprising a plurality of electrodes,
comprising:

a gate electrode comprising a first agent capable of
specifically binding to an analyte;

a source electrode;

a drain electrode;

a channel comprising an organic semiconductor between
the source electrode and the drain electrode;

a plurality of nanoparticles comprising an electrochemi-
cally active enzyme and a second agent capable of specifi-
cally binding to an analyte in a sample; and

a substrate for the electrochemically active enzyme,
wherein the gate electrode and the channel are separated by
an electrolyte, and wherein the electrolyte contacts the gate
electrode and the channel.

In some embodiments of the first aspect, the first agent
and/or the second agent is an antibody.

In additional embodiments, the first agent is a monoclonal
antibody capable of specifically binding to the analyte.

In further embodiments, the first agent is a nucleic acid
probe which is capable of specifically binding to the analyte.

In some embodiments, the second agent is a polyclonal
antibody capable of specifically binding to the analyte.

In additional embodiments, the electrochemically active
enzyme is horseradish peroxidase and the substrate for the
electrochemically active enzyme is hydrogen peroxide.

In some embodiments, the organic semiconductor com-
prises a film coating on the drain and source electrodes.

In further embodiments of the present invention, the
organic semiconductor comprises poly (3,4-ethylenedioxy-
thiophene) polystyrene sulfonate (PEDOT:PSS).

In some embodiments, at least one of the plurality of
electrodes and/or the plurality of nanoparticles further com-
prises gold.

In additional embodiments, the gate electrode comprises
grooves comprising the first agent capable of specifically
binding to an analyte.

In some embodiments, the nanoparticles have a diameter
of under 90 nm, under 80 nm, under 70 nm, under 60 nm,
under 50 nm, under 40 nm, under 30 nm, under 20 nm, under
10 nm, or under 1 nm.

In further embodiments, the channel has a width of 5 mm
and a length of 0.1 mm.

In additional embodiments, the gate electrode has a sur-
face area that is under 100 times, under 90 times, under 80
times, under 70 times, under 60 times, under 50 times, under
40 times, under 30 times, under 20 times, under 10 times,
under 5 times or under 2 times the surface area of the
channel.

In some embodiments, the sample is a cell lysate.

In further embodiments, the sample is whole cells.

In additional embodiments, the analyte is protein.

In some other embodiments, the analyte is nucleic acid.

In some embodiments, the analyte is microRNA
(miRNA).

In a second aspect, the present invention also provides a
method for detecting an analyte in a sample, the method
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comprising contacting the sample in the electrochemical
biosensor according to the first aspect of the present inven-
tion to produce a measurable signal.

In some embodiments, the detecting further comprises
contacting a control sample in the electrochemical biosensor
according to the first aspect of the present invention to
produce a measurable signal and comparing the measurable
signal of the sample with the measurable signal of the
control sample.

In some additional embodiments, the analyte is a bio-
marker and the detecting comprises the diagnosis and/or
prognosis of a disease and/or medical condition.

In some further embodiments, the disease and/or medical
condition is cancer.

In some embodiments, the cancer is breast cancer.

In additional embodiments, the biomarker is human epi-
dermal growth factor receptor 2 (HER2).

DEFINITIONS

Certain terms are used herein which shall have the mean-
ings set forth as follows.

As used in this application, the singular form “a”, “an”
and “the” include plural references unless the context clearly
dictates otherwise. For example, the term ‘“nanoparticle”
also includes a plurality of nanoparticles unless otherwise
stated.

As used herein, the term “comprising” means “including”.
Variations of the word “comprising”, such as “comprise”
and “comprises” have correspondingly varied meanings.
Thus, for example, a nanoparticle “comprising” may consist
exclusively of or may include one or more additional
components.

As used herein, the term “plurality” means more than one.
In certain specific aspects or embodiments, a plurality may
mean 2, 3,4, 5,6,7,8,9,10, 11, 12, 13, 14, 15, 16, 17, 18,
19, 20, 21, 22, 23, 24, 25, 26, 27, 28, 29, 30, 31, 32, 33, 34,
35,36, 37,38, 39, 40, 41, 42, 43, 44, 45, 46, 47, 48, 49, 50,
51, or more, and any numerical value derivable therein, and
any range derivable therein.

As used herein, the term “between” when used in refer-
ence to a range of numerical values encompasses the
numerical values at each endpoint of the range.

As used herein, the term “gate electrode”, also known in
the field as the reference electrode, refers to the electrode
that controls the flow of electrical current between the
source and drain electrodes.

As used herein, the terms “source electrode” and “drain
electrode” refer to the electrodes that transmit and receive
the electrical current respectively across the organic semi-
conductor.

BRIEF DESCRIPTION OF DRAWINGS

The above and other aspects and embodiments of the
present disclosure will become apparent from the following
description of the disclosure, when taken in conjunction
with the accompanying drawings, in which:

FIG. 1 provides a representative scheme of the electro-
chemical biosensor for the detection of a breast cancer cell
biomarker. Left: OECTs with functionalized gates charac-
terized in liquid electrolytes. Middle: Three types of modi-
fied gate electrodes to detect a protein biomarker, protein
biomarker with an enhanced nanoprobe and a microRNA
(miRNA) in a sample. Right: The equivalent circuit between
the gate electrode and the channel of an OECT in an
electrolyte. C and Cy correspond to the capacitances of
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the two electric double layers at the gate/electrolyte interface
and the electrolyte/channel interface, respectively.

FIG. 2 provides a representative scheme of an OECT-
based biosensor for the detection of a breast cancer cell
biomarker. Above: the gate electrode modification processes
for the detection of the HER2 protein biomarker and breast
cancer cells. Below: the fabrication process of the multi-
functional nanoprobe with high electrochemical activity.

FIG. 3 shows the influence of the HRP enzyme on the
electrochemical activity and the performance of OECTs with
HRP/MAA/Au gate electrodes. (a) Channel current (Ir,5)
responses of OECTs to the addition of 10~* M H,O, in PBS
solution. The gate electrodes of the OECTs are functional-
ized in HRP solutions with the concentrations changed from
1077 to 1 M, i.e. 1077, 107%,107%, 1077, 107, 1072, 107*, 1
M. (b) The change of the effective gate voltage AV ¥ as a
function of HRP concentration during gate modification.

FIG. 4 shows the influence of the HRP enzyme on the
electrochemical activity and the performance of OECTs with
HRP/MAA/Au gate electrodes. (a) C-V measurement of the
Au gates modified with HRP characterized in 10~* M H,0,
PBS solutions. HRP concentrations changed from 1077 to 1
M, ie. 1077, 1076, 1075, 10™%, 1073, 1072, 107, 1 M. (b)
Redox peak current as a function of HRP concentration
during the modification of Au electrodes.

FIG. 5 shows OECT-based protein sensors with nano-
probes/HER2/Ab ...,/ MAA/Au gate electrodes for the
detection of the cancer cell biomarker HER2. (a) The
channel current responses of the devices to the addition of
H,O, at the operational voltages of V=0.6 V and V,.=0.05
V. HER2 concentrations changed from 107 to 107** g mL ™,
ie 107% 1077, 107%,107%, 107'°, 107", 107", 1073, 1074,
107" g mL™'. (b) The change of effective gate voltage
(AV;?) induced by the reaction of H,O, on the gate
electrodes.

FIG. 6 shows OECT-based protein sensors with nano-
probes/HER2/Ab,,,....,/MAA/Au gate electrodes for the
detection of cancer cell biomarker HER2. (a) C-V curves of
the Au gates of the devices characterized in 10~* M H,O,
PBS solutions. HER2 concentrations changed from 10~ to
0 g mL™, ie. 107, 107, 107%, 1077, 107, 0 g mL™". (b)
Current response of the OECT-based biomarker sensors
modified with different proteins, including HER2 (re-
sponse), HER3 (no response), and HER4 (no response).

FIG. 7 shows OECT-based protein sensors for the detec-
tion of cancer cells. (a) Current responses of OECTs modi-
fied with the lysate of MCF-7 cancer cells to the additions
of 107* M H,0,. V;=0.6 V and V,;~=0.05 V. MCF-7 cancer
cells concentrations are: 10°, 10? and 10 cells (b) Current
responses of OECTs modified with the lysate of normal cells
NIH/3T3 (control devices). NIH/3T3 cells concentrations
are: 10>, 10 and 10 cells pL~".

FIG. 8 shows OECT-based protein sensors for the detec-
tion of cancer cells. (a) Current responses of OECTs modi-
fied with MCF-7 cells on the gates. MCF-7 cancer cells
concentrations are: 10°, 10* and 10 cells ul.™*. (b) The
change of the effective gate voltage AV ¥ for the devices
modified with different cell lysates or whole cells. Error bars
are calculated from at least 3 devices.

FIG. 9. Characterization of nanoprobes. (a) and (b) TEM
images of Au nanoparticles (Au NPs). (¢c) UV-vis absorption
spectra and (d) images of solutions of nanoprobes, Au NPs
and HRP. The absorption peak is due to the plasmonic effect
of the Au nanoparticles.

FIG. 10 provides an example of an ultra-sensitive OECT
sensor for a biomarker (Immunoglobulin G) with a signal
amplification strategy based on an enhanced nanoprobe.
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FIG. 11 provides an example of channel current responses
of the OECT-based biosensors with or without the modifi-
cation of nanoprobes on the gates.

FIG. 12. The transfer characteristics of an OECT mea-
sured in PBS solution up to 100 times.

FIG. 13. Fluorescence images of MCF-7 and NIH/3T3
cells (stained with SYTO green fluorescent nucleic acid
stain from Thermo Fisher Co. at 37° C. for 15 min) captured
on Ab,.,,,,,.-modified Au gate electrodes. The dashed lines
represent the boundaries of the Au electrodes. (a-c) The gate
electrode was modified with MCF-7 cancer cells with dif-
ferent solution concentrations, including: (a) 10* cell/uL (b)
10? cell/uL. (c) 10 cell/uL. (d-f) The gates modified with
NIH/3T3 normal cells with different solution concentration,
including (d) 10° cell/uL (e) 10” cell/uL (f) 10 cell/uL.

FIG. 14. (a) Optical image and (b) high resolution fluo-
rescence image of MCF-7 cancer cells captured on an
Ab,pnre-modified Au gate electrode.

FIG. 15. Current responses of OECTs modified with
NIH/3T3 cells on the gates.

DETAILED DESCRIPTION OF THE
INVENTION

The present invention is not to be limited in scope by any
of the specific embodiments described herein. The following
embodiments are presented for exemplification only.

Herein are presented OECT-based sensors for the detec-
tion of analytes in a sample with ultrahigh sensitivity based
on a novel mechanism. FIG. 1 shows an exemplary design
of an OECT for the detection of various biomarkers. The
drain and source electrodes are coated with poly (3,4-
ethylenedioxythiophene) polystyrene sulfonate (PEDOT:
PSS) film as channel; the gate electrodes are modified to
detect different biomarkers. Gate 1 is modified with an
antibody (Abc,,...) that is used to capture protein biomark-
ers in solutions. Gate 2 is modified with an enhanced
nanoprobe using an amplification strategy. Gate 3 is modi-
fied with 3'-SH modified capture DNA to capture target
miRNA, and probe DNA and nanoprobes can be sequen-
tially incubated on the electrode surface. The nanoprobes
possess high electrochemical activity, which can effectively
catalyse the oxidation reaction of the added hydrogen per-
oxide (H,0O,) to generate an electrochemical signal.

In one exemplary embodiment, the nanoprobes are Au
nanoparticles (Au NPs) with a diameter of about 10 nm,
which are modified with a detection antibody Ab,,_,...,..,, and
an electrochemically active enzyme, horseradish peroxidase
(HRP) (FIG. 9). Because the HRP enzyme can catalyse the
electrochemical reaction of H,O,, the amount of HRP on the
gate electrode can be characterized by adding H,O, in a
phosphate buffered saline (PBS) solution. The following
reaction is catalysed by the HRP enzyme:

()
HRP

H0, + 2 +2H" < 2H0

Under a bias voltage, the redox current on the electrode
should be proportional to the amount of HRP on the elec-
trode surface. Assuming that the redox current is very low
and not limited by the mass transfer of H,O,, the electrode
current density i is given by the equation:

= Werpioe™ @
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Where i, is the exchange current per unit amount of HRP,
7 is the applied overpotential, a is constant, and W . is the
amount of HRP modified on the gate. Since the OECT is a
potentiometric transducer, the redox current on the gate
electrode is very low and limited by the leakage across the
interface between the electrolyte and the PEDOT:PSS active
layer. Consequently, the potential change on the gate surface
induced by the reaction of H,O, is given by:

1 (3)
AVg o _EIOE[WHRP]

According to the device physics of OECTs, the change of
the effect gate voltage V% of the transistor is thus given by:

Cre1 4
AV « (1 + C—i:];log[WHRp] @

Where Cg;z and Cg. are the capacitances of the two
electric double layers on the gate and the channel, respec-
tively. Therefore, in the characterization of the protein
sensors, one solution containing target proteins was used to
modify the gate electrode and another standard PBS solution
with an addition of H,O, was used for measuring the
concentration of HRP enzyme.

To demonstrate the effect of HRP enzyme on the perfor-
mance of OECTs, the Au gate electrodes of the OECTs were
first modified with HRP. As shown in FIG. 2, an Au electrode
is modified with mercaptoacetic acid (MAA) and HRP
sequentially to get a HRP/MAA/Au electrode. The Au gate
electrodes were treated in HRP solutions with different
concentrations (1077 to 1 g mL.™") for 5 h. It is reasonable to
expect that the amount of HRP on an Au gate electrode
increases with the increase of HRP concentration in the
solution for modification. Then the OECTs were character-
ized in PBS solutions with the addition of H,O, at the
concentration of 10~* M. FIG. 3a shows the responses of the
devices to the addition of H,O, measured at the same
operation voltages (V,=0.05 Vand V ;=0.6 V). It is notable
that the current response increases with the increase of HRP
concentration. According to the channel current change and
the transfer curve of each device, the change of the effective
gate voltage of the device induced by the reaction of H,O,
is calculated and presented in FIG. 3b. An increase in the
effective gate voltage change AV % was observed with the
increase of HRP concentration and the detection limit (sig-
nal/noise ratio=3) of the device to the concentration of HRP
in a solution is about 1077 g mL™".

In comparison, the HRP-modified Au electrodes were
then characterized with the conventional cyclic voltammo-
gram (C-V) method, as shown in FIG. 4a. A current peak can
be observed at the bias voltage of about —0.4 V and the peak
current i, increases with the increase of HRP concentration,
as shown in FIG. 4b. It is notable that the minimum
concentration of HRP in solutions that can be detected by
measuring C-V curves is about 10~> g mL.™', indicating that
OECT-based protein sensors are much more sensitive than
typical C-V measurements. Considering that the redox peak
current i, is proportional to the density of HRP (W)
modified on the gate electrode according to Equation (2),
FIG. 454 also presents the relationship between the density of
HRP on the gate and the concentration of HRP in PBS
solution for electrode modification. Based on these results,
the change of the effective gate voltage AV ;% as a function
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of [HRP] amount can be schematically presented by plotting
AV 2 against i,. It can be found that AV ;# is proportional
to Log(i,) in a certain region, which is consistent with
Equation (4). The slope is smaller in the low concentration
region of HRP, indicating that the device is more sensitive
at low concentrations. This result is similar to cases for many
other OECT-based biosensors reported before, such as glu-
cose, dopamine, and uric acid sensors. The performance of
the HRP sensor laid the foundation for the devices of the
present invention to detect biomarkers in the following
experiments.

As an example, human epidermal growth factor receptor
2 (HER2) is a key prognostic biomarker for the determina-
tion of therapeutic treatment for breast cancer patients.
HER?2 was captured on the surface of the gate electrode of
an OECT by an antibody and then specifically modified with
catalytic nanoprobes. The sensing mechanism of the device
is attributed to the electrochemical reaction catalyzed by the
nanoprobes on the gate. It was found that a weak electro-
chemical reaction on the gate electrode can result in an
obvious change in the effective gate voltage of the transistor
and thus lead to a pronounced response of channel current.
The device could specifically detect HER2 down to the level
of 107 g/mL (107'° M), which is several orders of mag-
nitude lower than the values obtained from conventional
electrochemical approaches. The protein sensors are able to
differentiate breast cancer cells from normal cells by mea-
suring both cell lysates and living cells. Therefore, the
OECT-based sensors can serve as a versatile platform for
highly sensitive biomarker assays.

FIG. 2 shows the design of the gate electrode of an
OECT-based sensor. The Au gate electrode is modified first
with a specific HER2 antibody (Abc,,,,.) that is used to
capture HER2 proteins in solutions. In this example, the
monoclonal anti-HER2 antibody was used as Abc,,,,,., for
binding with HER2 with high affinity and selectivity. With
this capture component, the gate electrode could be specifi-
cally modified with HER2 even in the present of interfer-
ence. In the next step, the captured HER2 was modified with
catalytic nanoprobes because HER2 proteins are not elec-
trochemically active. The nanoprobes used in this example
are Au nanoparticles with a diameter of ~10 nm, which are
modified with a HER2 detection antibody (Abp,,ecr0,) and
an electrochemically active HRP enzyme. The Ab,,,...on
used in this example is polyclonal Anti-HER2 antibody,
which can selectively bind with HER2 without affecting the
binding between HER2 and Ab,,,,,,,.. Consequently, more
HER?2 protein captured on the gate electrode leads to more
HRP enzyme on the gate.

The gate electrodes with the sandwiched structure of
nanoprobes/HER2/Ab ...,/ MAA/Au were modified with
HER2 protein and electrochemically active nanoprobes.
Since a significant number of protein biomarkers in physi-
ological environments have normal levels in ng mL™" or
even pg mL~" range, the OECT biosensors should demon-
strate a detection limit lower than this range to accurately
differentiate the normal levels of cancer-free patients and the
elevated levels indicative of cancer. HER2 protein solutions
with concentrations ranging from 107%to 107> g mL~" were
tested by using the devices. FIG. 5a shows the channel
current responses of the devices to additions of 10~* M H,0,
in PBS solutions. The lower the concentration of protein
solution used for gate modification, the lower the channel
current change (I,5) observed, indicating that the electro-
chemical activity on the gate electrode is dependent on the
protein concentration monotonically. The channel current
change increases with the increase of protein level and
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demonstrates a good linear response (R=0.9898) in a wide
concentration range (1077 to 10~** g mL™"). According to the
channel current response, the change of effective gate volt-
age A% of the device is calculated, which also demonstrates
a linear relationship with the protein concentration on a
logarithmic axis, as shown in FIG. 5b. The detection limit of
the device is about 107** g mL~! at the condition of a signal
to noise ratio higher than 3. Therefore, the OECT-based
protein sensors are sensitive enough to detect the HER2
expression levels both in normal and cancer patients even
using a small amount of sample. The ultralow detection limit
of the protein sensor could be attributed to the inherent
amplification function of the OECTs. In comparison, the
HER?2 modified gate electrodes were used as working elec-
trodes in electrochemical C-V measurements (FIG. 6a). The
detection limit of HER2 protein in the C-V measurements is
only about 10~® g mL~!, which is nearly 6 orders poorer than
that of the OECT-based HER2 protein sensor. More impor-
tantly, the OECT-based HER2 sensors are much more sen-
sitive than the reported electrochemical approaches in the
literature, which normally exhibit a detection limit higher
than 107"% g mL™".

To validate the effect of labelling nanoprobes, devices
with or without modification of the nanoprobes were char-
acterized in PBS solutions. The preparation conditions of the
two devices at other steps were controlled to be identical.
Both devices were modified with HER2 protein by incubat-
ing HER2 PBS solutions (107'° g mL™') on the Au gate
electrodes for 2 h. The device labelled with nanoprobes
demonstrated a significant decrease in channel current when
10~* M H,O0, was added, while the device without nano-
probes showed no obvious response upon the addition of
H,O, (FIG. 11). The results clearly confirm that the nano-
probes on the gate electrodes of OECTs play a key role on
the device response to the addition of H,O,. Since the
concentration of the nanoprobes is proportional to the con-
centration of HER2 proteins captured on the gate electrodes
of OECTs, the channel current responses can be used to
identify the concentrations of HER2 proteins in tested
solutions after calibration.

Selectivity is a significant consideration for cancer cell
biomarker sensors. Human serum is a complex medium
consisting of a myriad of biological elements and chemicals.
Devices lacking selectivity would not be able to accurately
and specifically differentiate the expression levels of HER2
protein in cancer cells and normal cells. To elucidate the
selectivity of the functionalized OECT biosensor, HER2 was
replaced with other members of the HER family, HER3 and
HER4, with the same concentration in PBS solution in the
procedure of device modification while other steps and
conditions were kept unchanged. FIG. 65 demonstrates the
channel current responses of the sensors treated with HER2,
HER3, and HER4 protein solution. The OECT treated with
HER2 protein solution displays an obvious current drop
upon H,0, addition, while the control devices demonstrate
no detectable response. These results indicate that HER2
protein serves as the specific bridge to covalently connect
the Abc,,,.. layer and the nanoprobe outer layer in the
sandwiched modification technique of the gate electrode.
Without the HER2 layer, the multifunctional nanoprobes
used in the next step would be easily rinsed away during the
gate preparation procedure. As discussed above, the absence
of nanoprobes on the gate electrodes would not induce a
response in channel currents when H,O, was added. There-
fore, the OECT-based biosensor is highly specific for HER2
biomarker detection. This device also shows good stability
during measurements in PBS (FIG. 12).
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The OECT-based biosensors were used to differentiate
breast cancer cells from normal cells to demonstrate the
accuracy of the devices in real biomedical analysis. Lysates
of two types of cells were tested; MCF-7 and NIH/3T3.
MCEF-7 cell is a breast cancer cell line primarily used in
breast cancer research, while NIH/3T3 cell (mouse embry-
onic fibroblast cell) is the standard normal cell line used for
control experiments. It has been reported that the expression
levels of HER2 are higher in cancer cells than in normal
cells. In the gate modification procedure shown in FIGS. 1
and 2, cell lysate solutions were used to replace the HER2
protein solution, while the other steps are unchanged. Dif-
ferent densities of cells from 10 to 10° cells uL.~" were tested
in the experiments. FIG. 7a demonstrates the channel cur-
rent responses of the OECTs modified with the MCF-7 cell
lysate to the additions of 10~* M H,O, in PBS solutions.
OECTs modified with the breast cancer cell lysates show
significant responses to the addition of H,O, and the channel
current change increases with the increase of cell density.
FIG. 7b shows the response of the control group modified
with the normal NIH/3T3 cell lysate. The responses induced
by H,O, addition are relatively low in comparison with
devices modified with the cancer cell lysates. Even when the
NIH/3T3 cell lysate of 10° cells uL.™" solution was used in
device modification, the channel current response is much
lower than that observed in devices for sensing cancer cells,
indicating the lower expression level of HER2 in NIH/3T3
cell than in cancer cells.

The protein sensors were used to directly test living cells
in the next step. Because cancer cells have more HER2
proteins on their membranes than normal cells, cancer cells
have a higher possibility of being captured by the HER2
antibody on the Au gate electrode (FIGS. 13 and 14).

On the other hand, a higher density of HER2 protein on
cancer cells will enable labelling of the nanoprobes with a
density higher than that on normal cells. As shown in FIG.
8a, the biosensors modified with MCF-7 cancer cells dem-
onstrate obvious responses in channel currents upon H,O,
addition and the current change increases with the increase
of cell density in the tested cell solutions. In contrast, the
devices modified with NIH/3T3 normal living cells demon-
strate negligible response to H,O, addition even for a high
concentration cell solution (10° cells uL.~") because normal
cells are difficult to capture by the antibody Abc,,,,,. (FIG.
15).

The OECTs could differentiate the breast cancer cells
from normal cells in the tests.

According to the channel current responses, the changes
of effect gate voltage AV % induced by the reaction of H,0,
on the gates can be calculated. FIG. 85 shows AV ;% of the
devices modified with different cell lysates or cells. It is
obvious that the responses of the devices treated with cancer
cells are much larger than that of the devices modified with
normal cell lysate. Therefore, the functionalized OECTs can
serve as high-performance protein biomarker sensors for
highly sensitive and selective detection of HER2 in cancer
cells. It is notable that AV ;%7 of the devices modified with
living cells is smaller than that of the devices modified with
cell lysates prepared from the same concentration of cells,
which can be attributed to the fact that HER2 protein inside
living cells cannot be detected in the former case. For living
cancer cells, only a limited proportion of HER2 protein
located on the surface of cell membrane could react with the
antibody and serve as the bridge to capture the catalytic
nanoprobes. Therefore, the devices modified with cell
lysates are able to load a larger, amount of nanoprobes on the
gate electrode leading to larger responses.
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Successful use of OECTs as highly sensitive biosensors
for the detection of protein cancer biomarkers has been
demonstrated herein. The gate electrodes of the devices are
modified with an antibody that can selectively capture the
target protein. By further modifying the protein on the gate
electrodes with catalytic nanoprobes, the devices show obvi-
ous current responses to additions of H,O, and the magni-
tude of current response increases with the increase of
protein concentration in the detected solution. The devices
can specifically detect a cancer biomarker HER2 down to
the level of 107** g mL~!, which is several orders of
magnitude lower than those of conventional electrochemical
approaches. The OECT protein sensors demonstrate
responses to a wide range of HER2 protein levels, from
107"*to 1077 g mL~*, which is sensitive enough to detect a
trace amount of HER2 level both in breast cancer cells and
normal cells. Based on this strategy, the electrochemical
biosensors were successfully used to differentiate cancer
cells from normal cells with excellent selectivity in testing
either a cell lysate or living cells. The sensing mechanism of
the protein sensor is attributed to the monotonically
increased electrochemical activity on the gate electrode with
the increase of analyte concentration. The obtained results
demonstrate that OECTs are a versatile platform for dispos-
able, flexible, and highly sensitive analyte biosensors.

Preparation of Nanoprobes

A brief exemplary summary of the preparation of AuNPs
is as follows; 500 mL of 1 mM HAuCl, was brought to a
rolling boil with vigorous stirring. After rapid addition of
sodium citrate (38.8 mM, 50 mL) to the vortex, the solution
changed color from pale yellow to burgundy and the AuNPs
were obtained. The pH of the Au nanoparticle solution was
adjusted to 9.0 with K,CO; (0.2 M). The nanoprobes
(Ab . oerion-AU-HRP  bioconjugates as example) were
freshly prepared by adding Ab .. ., (2 mg mL™", 1 mL)
and HRP (6 mg mL™", 1 mL) into the PBS solution with
AuNPs (1.0 mL) with gentle mixing for 2 h. The remaining
active AuNPs surface on the nanoprobe was then blocked by
BSA via the treatment of BSA solution (1%, 1 mL) for 30
min. The solution was then centrifuged for 10 min at 10,000
rpm, and the supernatant was removed. The nanoparticles
were washed with PBS solution for further purification and
separated as above. The resulting nanoprobes were re-
dispersed in PBS and stored at 4° C. prior to use in the
device fabrication procedure.

Preparation of Enhanced Nanoprobes

Multiwall nanotubes (MWNT) solution were well dis-
persed in 20 wt. % poly(diallyldimethylammonium chlo-
ride) solution and treated with ultrasonication for 30 mins.
Prepared AuNPs were then added and reacted for 5 h. after
washed with water solution, Ab ;.. .., (2 mg/mL, 1 mL) and
HRP (6 mg/mL, 1 mL) were added with gentle mixing for
2 h. The enhanced nanoprobes were re-dispersed in PBS and
stored at 4° C. prior to use in the device fabrication proce-
dure.

Device Fabrication

FIG. 2 shows an exemplary schematic diagram of the
OECT based protein sensor. Patterned Au (~100 nm)/Cr
(~10 nm) source, drain and gate electrodes were firstly
deposited on a glass substrate using magnetron sputtering
with the aid of a shadow mask. The thin chromium layer
serves as an adhesive layer to improve the adhesion of the
Au layer on the substrate. Then the substrates with patterned
electrodes were treated with O, plasma (5 mins), followed
by the spin-coating of PEDOT:PSS (3000 rpm) layer onto
the confined channel area between source and drain (0.2x6
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mm). The PEDOT:PSS coated devices were transferred to a
glove box filled with high purity of N, for annealing at 200°
C. for 1 hour.

Gate Electrode Modification with HRP

Au gate electrodes (0.3 cmx0.3 cm) were immersed in
Piranha solution (H,0,/H,SO,, V/V=3/1) and then polished
to obtain mirror surface with 0.5 um alumina power, fol-
lowed by sonication in ethanol and water respectively. MAA
(50 mM, 10 pL.) were modified on the clean gate electrode
in the dark overnight to give carboxyl groups, a 10 pL of a
mix-solution of EDC (0.2 mM, in MES pHS.5 solution) and
NHS (0.5 mM, in MES pHS.5 solution) was introduced to
the electrode surface to activate the carboxyl groups to bind
with HRP for 5 h with different concentrations respectively.
At last, the electrode was incubated with BSA solution (1%,
1 mL) for blocking and washed with PBS for three times.

Gate Electrode Modification with Protein

Au gate electrodes (0.3 cmx0.3 cm) were firstly immersed
in Piranha solution (H,0,/H,SO,, V/V=3/1) and then pol-
ished to obtain mirror surface with 0.5 um alumina power,
followed by sonication in ethanol and water respectively.
MAA (50 mM, 10 pl) were modified on the clean gate
electrode in dark overnight to give carboxyl groups, a 10 puL.
of'a mix-solution of EDC (0.2 mM, in MES pH5.5 solution)
and NHS (0.5 mM in MES pHS5.5 solution) was introduced
to the electrode surface to active the carboxyl groups to bind
with Ab,.,,,.. Therefore, Ab_,,,,,.. (2 mg/mL, 10 pl) was
then immobilized on the gate for 5 h and BSA solution (1%,
1 mL) was further added for 30 min to block the remaining
nonspecific binding sites of the Au electrode. After washing
the Ab,,,,,.-modified gate electrode carefully, HER2 in
PBS solutions with different concentrations were incubated
on the gate electrode for 2 h, followed by another wash of
PBS solution. In the end, 10 pL of nanoprobes were added
on the gate electrode for 2 h to label the captured HER2 to
give electrochemical activity.

Gate Electrode Modification with RNA

Clean Au gate electrodes (0.3 cmx0.3 cm) were incubated
with 100 mM SH-DNA overnight and washed with ethanol.
Mercaptoethanol solution (1%, 1 mL) was then further
added for 30 min to block the remaining nonspecific binding
sites of the Au electrode. The electrode was modified with
different concentrations of miRNA and then washed with
PBS three times. Signal DNA and nanoprobes were then
incubated on the miRNA modified electrode, respectively.
The well-modified electrodes were then stored carefully at
4° C. before use.

Gate Electrode Modification with Enhanced Nanoprobes

Similar to the above modification process, the enhanced
nanoprobes replaced the nanoprobes used in modification in
the last step. Before use, the enhanced nanoprobes were
sonicated for 15 mins to avoid aggregation.

Device Characterization and Detection

OECT protein sensors were immersed in PBS buffer
solution in the measurements of transistor performance.
Source, drain and gate electrodes were connected to two
Keithley measurement units (Keithley 2400). The gate volt-
ages (V) and source-drain voltages (V) were set by the
Labview program. To characterize the responses of the
gate-functionalized transistors with different biomarkers, a
designated amount of H,O, solution (10~* M) was added
into the PBS solution to induce the electrochemical reaction.
The protein sensor was measured at fixed gate and drain
voltages (V5=0.6 V and V,~0.05 V). The added H,O,
reacted with the HRP enzyme on the nanoprobes, which in
turn modifies the channel current I, at fixed operational
voltages. The detection limit of each device was defined by
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the channel current response with the condition of signal/
noise>3. The transfer characteristic, i.e. channel current I,
as a function of gate voltage V at a fixed V55 (0.05 V), of
each OECT sensor was also measured, in a gate voltage
range 0 to 1.2 V at a sweeping rate of 0.02 V s7%.

Since the biomarker concentration change in the early
stages of disease is subtle, it requires detection assays with
high sensitivity to detect low-abundance biomarkers. Com-
pared with the low sensitivity of present technology, the
OECT is an ideal candidate for the sensing part since a
transistor is the combination of a sensor and an amplifier. It
is suitable for ultrasensitive sensing of low-abundance bio-
markers in clinical application.

The nanoprobe also plays an important role in the high
sensitivity and selectivity of the device. It is fabricated by
combining recognition segments and HRP on gold nanoma-
terials. The nanomaterials with a large surface area enable a
large loading of HRP. The recognition segments such as, for
example, antibodies and capture DNA can selectively bind
with biomarkers even in a complex environment (for
example, a cancer cell lysate, blood, body fluids, etc.).

The advantages of the present device are as follows: 1.
compared with existing technology like western blotting, gel
electrophoresis and RT-PCR, it can accomplish selective
biomarker analysis with a simple detection process and a
very low detection limit; 2. compared with existing tech-
nology like mass spectrometry, it can achieve biomarker
analysis in living cells without a devastating sample prepa-
ration process and expensive, complex instrumentation; 3.
the biosensors of the present invention are portable while
existing techniques are not portable; 4. the devices of the
present invention are low cost in comparison with existing
approaches.

The devices of the present invention can be further
optimized for a higher sensitivity. The gate electrode area in
the OECT device can be optimized to have a better detection
performance. Devices with the same channel area but a
different size of the gate electrode can be fabricated since the
size of the gate electrode is critical to the sensitivity of the
OECT. The channel size of the exemplary OECT is W/L=5
mny/0.1 mm. The gate area can be designed to be 1, 2, 5, 10,
20, 50 and 100 times of the channel area of the OECT. An
optimum size of the gate electrode can be decided after the
devices are characterized in electrolytes (PBS, pH 7.2).

The viscosity of PEDOT:PSS aqueous solution for spin
coating is important for the quality of the coated film of
channel. Therefore, the viscosity of the solution can be
controlled by adding glycerol, which has high viscosity, or
water, which has low viscosity. The thickness of the coated
PEDOT:PSS film needs to be controlled since the film
thickness is an important factor that can influence the
response time and sensitivity of the sensors.

To generate the electrochemical signal, the HRP in the
nanoprobes reacts with the added H,O, and is immobilized
on the gate electrodes. The concentrations of HRP can be
varied according to the needs of the user of the invention.
Transfer and output characteristics of the OECTs may also
be varied according to the requirements of the user. Such
characterization conditions include the applied voltage,
sweeping rate and waiting time.

In addition, the device could be further developed as an
ultra-sensitive organic electrochemical transistor sensor for
biomarkers (Immunoglobulin G is provided herein as an
example) with a signal amplification strategy based on an
enhanced nanoprobe (FIG. 10).

Although antibodies and nucleic acid probes are described
herein as exemplary binding agents, the skilled person will
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recognise that the present invention encompasses any suit-
able binding agent which can act as a recognition agent and
bind with a high enough affinity to the analyte of interest to
capture the analyte on the surface of the gate electrode
and/or nanoparticle. In some embodiments of the present
invention, the first and/or second binding agent may be a
monoclonal antibody, a polyclonal antibody, an antibody
fragment or an antigen. In other embodiments, the first
and/or second binding agent may be a DNA or RNA
oligonucleotide.

The electrodes used in the exemplary embodiments are
patterned gold/chromium electrodes. The person skilled in
the art will recognise that these electrodes may be substi-
tuted with electrodes fabricated using other substances, for
example, platinum. Carbon-based electrodes such as graph-
ite electrodes could also be used. The organic semiconductor
used in the channel may also be selected from a range of
suitable semiconducting polymers, and the viscosity of the
semiconducting polymer may be varied in a number of
ways, for example, by the addition of glycerol or water. The
organic semiconductor may be applied as a film coating
between the source and drain electrodes.

Horseradish peroxidase was used herein as an exemplary
electrochemically active enzyme, with hydrogen peroxide as
the substrate for the enzyme. The present invention could be
used with any suitable enzyme-substrate reactions which
involve the transfer of electrons.

The nanoparticles of the present invention used to
increase the rate of electron transfer may be gold, but the
invention is not limited to the use of gold nanoparticles. The
diameter of the nanoparticles may be varied according to the
requirements of the user.

The width and length of the channel between the source
and gate electrodes may also be varied by users of the
invention, as may the surface area of the gate electrode. The
person skilled in the art may vary the ratio of the surface area
of the gate electrode to the surface area of the channel to
optimise the device for their requirements.

The devices and methods of the present invention may be
used to detect an analyte in a cell lysate or in whole cells.
The sample could be a cell culture, a medical sample such
as blood, serum, saliva or urine, a sample of food or an
environmental sample. The ability to use the present inven-
tion with samples of living cells provides an advantage over
existing methods of detecting analytes, such as mass spec-
trometry, which require extensive sample degradation. The
analyte may be a protein or a nucleic acid. In some embodi-
ments, the analyte is a miRNA.

The person skilled in the art will also recognise that the
methods of the present invention may be varied and that the
signals generated may be processed and displayed in many
different ways. In some embodiments, the signal generated
may be compared with that generated by a control sample.
This method could be used in the diagnosis and/or prognosis
of a wide range of diseases and/or medical conditions.

Although the detailed description above conveys exem-
plary embodiments of the present invention in sufficient
detail to enable those of ordinary skill in the art to practice
the present invention, features or limitations of the various
embodiments described do not necessarily limit other
embodiments of the present invention, or the present inven-
tion as a whole. Hence, the detailed description above does
not limit the scope of the present invention, which is defined
only by the claims.
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INDUSTRIAL APPLICABILITY

The objective of the presently claimed invention is to
provide devices that achieve highly sensitive detection of
biomarkers with a simple detection process and at low cost.
The claimed invention can be used for the detection of
various analytes in various samples of interest and for the
detection of various biomarkers in clinical analysis by
simply changing the corresponding recognition segments.

The invention claimed is:

1. An electrochemical biosensor comprising a plurality of
electrodes, comprising:

a gate electrode comprising a first agent capable of

specifically binding to an analyte in a sample;

a source electrode;

a drain electrode;

a channel comprising an organic semiconductor between
the source electrode and the drain electrode;

a plurality of gold nanoparticles comprising an electro-
chemically active enzyme and a second agent capable
of specifically binding to the analyte in the sample; and

a substrate for the electrochemically active enzyme,
wherein the gate electrode and the channel are separated by
an electrolyte, and wherein the electrolyte contacts the gate
electrode and the channel.

2. The electrochemical biosensor according to claim 1,
wherein at least one of the first agent or the second agent is
an antibody.

3. The electrochemical biosensor according to claim 1,
wherein the first agent is a monoclonal antibody capable of
specifically binding to the analyte.

4. The electrochemical biosensor according to claim 1,
wherein the first agent is a nucleic acid probe capable of
specifically binding to the analyte.

5. The electrochemical biosensor according to claim 1,
wherein the second agent is a polyclonal antibody capable of
specifically binding to the analyte.

6. The electrochemical biosensor according to claim 1,
wherein the electrochemically active enzyme is horseradish
peroxidase and the substrate for the electrochemically active
enzyme is hydrogen peroxide.

7. The electrochemical biosensor according to claim 1,
wherein the organic semiconductor comprises a film coating
on the drain and source electrodes.

8. The electrochemical biosensor according to claim 1,
wherein the organic semiconductor comprises poly (3,4-
ethylenedioxythiophene) polystyrene sulfonate (PEDOT:
PSS).

9. The electrochemical biosensor according to claim 1,
wherein at least one of the plurality of electrodes further
comprises gold.
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10. The electrochemical biosensor according to claim 1,
wherein the gate electrode comprises grooves comprising
the first agent capable of specifically binding to an analyte.

11. The electrochemical biosensor according to claim 1,
wherein the nanoparticles have a diameter of under 90 nm,
under 80 nm, under 70 nm, under 60 nm, under 50 nm, under
40 nm, under 30 nm, under 20 nm, under 10 nm, or under
1 nm.

12. The electrochemical biosensor according to claim 1,

wherein the channel has a width of 5 mm and a length of 0.1
mm.
13. The electrochemical biosensor according to claim 1,
wherein the sample is selected from a cell lysate or whole
cells, and wherein the analyte is selected from protein or
nucleic acid.

14. The electrochemical biosensor according to claim 13,
wherein the analyte is microRNA (miRNA).

15. A method for detecting an analyte in a sample, the
method comprising contacting the sample in the electro-
chemical biosensor according to claim 1 to produce a
measurable signal.
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16. The method according to claim 15, wherein the
detecting further comprises contacting a control sample in
the electrochemical biosensor to produce a measurable sig-
nal and comparing the measurable signal of the sample with
the measurable signal of the control sample.

17. The method according to claim 15, wherein the
analyte is a biomarker and the detecting comprises at least
one of the diagnosis or prognosis of a disease or medical
condition.

18. The method according to claim 17, wherein the
disease or medical condition is cancer.

19. The method according to claim 18, wherein the cancer
is breast cancer.

20. The method according to claim 17, wherein the
biomarker is human epidermal growth factor receptor 2
(HER2).

21. The electrochemical biosensor according to claim 1,
further comprising a plurality of multiwall nanotubes,
wherein the plurality of nanoparticles are disposed on the
surface of the plurality of multiwall nanotubes.

* * * * *



