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Point-of-care molecular diagnostics can provide efficient and cost-effective medical care, and they
have the potential to fundamentally change our approach to global health. However, most existing
approaches are not scalable to include multiple biomarkers. As a solution, we have combined
commercial flat panel OLED display technology with protein microarray technology to enable
high-density fluorescent, programmable, multiplexed biorecognition in a compact and disposable
configuration with clinical-level sensitivity. Our approach leverages advances in commercial display
technology to reduce pre-functionalized biosensor substrate costs to pennies per cm?. Here, we
demonstrate quantitative detection of IgG antibodies to multiple viral antigens in patient serum
samples with detection limits for human IgG in the 10 pg/mL range. We also demonstrate multiplexed
detection of antibodies to the HPV16 proteins E2, E6, and E7, which are circulating biomarkers for
cervical as well as head and neck cancers.

There is an emerging recognition that rapid, effective molecular diagnostics can improve the efficiency of global
healthcare delivery. Point-of-care molecular diagnostic devices have emerged to meet the need for providing
health care that is more affordable and accessible, by replacing centralized medical diagnostic laboratory testing
with simple to use, low-cost, disposable devices that analyze circulating biomarkers in blood, saliva or urine to
quickly assess patient health!-%. Point-of-care diagnostics are particularly needed in low-to-middle income coun-
tries (LMICs) where centralized laboratory testing is cost-prohibitive and in many cases non-existent. Projections
indicate that substituting centralized laboratory testing with point-of-care testing that can be done instead by the
patient at home or by a healthcare worker with limited training in a non-clinical setting may be able to reduce
total healthcare costs in these regions by as much as 66 percent, combined with improving overall healthcare
delivery®~. Recently, there has been a substantial effort in both the development and the availability of new rapid
point-of-care diagnostic assays that address a variety of diseases and medical conditions®. To accurately diagnose
and monitor patients prior to the onset of clinical symptoms, monitor for disease progression and recurrence,
and/or to detect more complex diseases, such as cancer — which is the focus of this manuscript - the lower limit
of detection for circulating biomarkers needs to be approximately 100 to 1000 times more sensitive, approaching
pg’s/mL°. In addition to requiring a wide dynamic range and high sensitivity, the detection of circulating cancer
biomarkers also requires the simultaneous analysis of multiple biomarkers in patient biofluid samples to improve
both analytical sensitivity and specificity®®.

Circulating tumor-specific antibodies have been identified as cancer-specific biomarkers for early detection
as select antibodies that can be detected in cancer patients years prior to the onset of physical symptoms!®-!2.
Of the tumor-specific antibodies, IgG antibodies (Abs) specific to the early antigens of human papillomavirus
(HPYV), are strongly associated with HPV-associated cancers, such as cervical, oropharyngeal, and anal can-
cers'®3-17. HPV16-specific Abs have been detected years prior to clinical diagnosis and represent potential

ICenter for Personalized Diagnostics, Biodesign Institute at Arizona State University, Tempe, AZ 85281 USA. *Flexible
Electronics and Display Center at Arizona State University, Tempe, AZ 85284 USA. 3School of Electrical Engineering
at Arizona State University, Tempe, AZ 85281 USA. “These authors contributed equally to this work. Correspondence
and requests for materials should be addressed to K.S.A. (email: Karen.Anderson.1@asu.edu)

SCIENTIFICREPORTS [6:29057 | DOI: 10.1038/srep29057 1


https://core.ac.uk/display/97832784?utm_source=pdf&utm_medium=banner&utm_campaign=pdf-decoration-v1
mailto:Karen.Anderson.1@asu.edu

www.nature.com/scientificreports/

circulating biomarkers for early detection. Clinically, the incidence of HPV-positive cancer infection has dramat-
ically increased over the past three decades and is now recognized as an ongoing global health crisis with over
500,000 preventable new cases yearly worldwide!®, despite evidence that HPV vaccination is safe and effective.
However, existing HPV vaccines are often underused and/or unavailable to a large portion of the world'. In addi-
tion, screening for high-risk HPV nucleic acid associated with a high risk of developing cancer is currently cost
prohibitive in LMICs emphasizing the need for a low-cost point-of-care diagnostic assay for the early detection
of HPV positive patients'?.

In our group, we have developed fluorescent protein planar microarrays for the high-throughput screening of
circulating antibodies, including high-risk HPV type 16 that is directly associated with the progression of cervical
and oropharyngeal head and neck cancer!®!®. Fluorescent planar protein microarray technology combines high
analyte sensitivity with multiplexed detection?*-?2. For analysis, each biorecognition site is actively interrogated
with a bright light source and the emitted fluorescent signal is detected electronically. However, to date, high
sensitivity, multiplexed fluorescent biorecognition planar microarray technology has not been translated from
diagnostic laboratories into a low-cost, disposable point-of-care platform, in part because existing fluorescence
measurement-based equipment typically requires large and expensive optical components such as optical micro-
scopes (for magnifying optics), lasers, and low-light digital cameras, which are not compatible with low-cost
and fully-disposable point-of-care configurations®. As a solution, our work has focused on miniaturizing these
particular optical components into a simple and low-cost disposable configuration that is designed for both high
sensitivity and multiplexed detection. In our approach, a small organic light emitting diode (OLED) array from
the commercial flat panel display industry replaces the laser light source, and a photodiode array replaces the
low light digital camera. The OLED display technology-based configuration is designed to eliminate the need
for magnifying optics by sandwiching the fluorescent biorecognition layer directly between the OLED emitter
and photodiode. This isn’t a new configuration®-2, but in the approach reported in this work, we address the
previously reported inability to detect the fluorescent signal emitted from more than a single biomarker, along
with resolving the observed poor diagnostic sensitivity in the previously reported OLED display-based biosensor
configurations.

Here, we combined programmable high-density, fluorescent protein microarray technology developed at the
Arizona State University (ASU) Center for Personalized Diagnostics?>*” with a small and very bright OLED flat
panel display (array) developed at the ASU Flexible Electronics and Display Center (FEDC). The microarray
and OLED array are integrated with optical filters in place of the crossed polarizers used in earlier reported
work?12228-31 to fabricate a prototype point-of-care immunosensor with markedly improved analytical sensitivity.
The active arrays enable multiplexed detection of multiple biomarkers in a single patient sample, while fluo-
rescent biorecognition provides diagnostic laboratory level sensitivity when combined with optical interference
filters and charge integration for signal readout. This configuration is designed to analyze patient blood samples
in a multiplexed, disposable point-of-care device, and rapidly provide a quantitative result related to the bio-
marker being detected with high sensitivity. Leveraging commercial flat panel display technology offers a largely
untapped opportunity to provide a fundamental breakthrough in reducing the cost to manufacture point-of-care
biosensors as well as improve their functionality, while also using a well-established industrial base already capa-
ble of supplying a large number of consumer electronic products annually. For perspective, in 2012 flat panel
displays were manufactured at a rate of 100 square kilometers per year®?, which is enough material to completely
cover the island of Manhattan. Despite extremely high capital equipment costs that can approach several billion
dollars ($US), commercial flat panel display factories currently can manufacture displays for less than 10 cents
per square centimeter, based on today’s HDTV pricing. Our previously reported work introduced the concept
and compared the performance to a typical fluorescent laboratory enzyme linked immunosorbent assay (ELISA)
plate reader®®*!. In this new report, we present an improved prototype OLED display technology-based configu-
ration that provides diagnostic sensitivity of human IgG at or below 10 pg/mL, which approaches the lower limit
of detection for typical clinical laboratory instrumentation. We also demonstrate the serological detection of HPV
16 E7 circulating IgG antibody biomarker for HPV-associated head and neck cancer using the OLED-based test
configuration, and provide a comparison to an established laboratory ELISA platform!®!3. Finally, we demon-
strate the multiplexed detection of IgG antibodies in sera from patients with head and neck cancer to the HPV 16
proteins E2, E6, and E7, using the same test configuration and contrast and compare the sensitivity and specificity
of our new point-of-care test to our previously reported laboratory based assay.

Results

Adaptation of commercial OLED flat panel display technology for fluorescent-based biorecog-
nition. Asillustrated in Fig. 1b, our approach for point-of-care diagnostics sandwiches a fluorescent biorecog-
nition site between a green OLED emitter and a photodiode. OLED displays are electroluminescent devices,
commonly used today in smart phone color displays, which emit light when a forward voltage bias is applied
across a transparent anode and reflective cathode. In operation and as illustrated in Fig. 1, the green OLED
emitter is activated to illuminate the immobilized fluorescent biorecognition site. A 520 nm/40 nm bandpass
optical excitation filter blocks any orange light emitted by the green OLED. Any illuminated fluorescent material
captured on the biorecognition sites now re-emits longer wavelength orange light (for a green excite/orange emit
fluorophore label). The emitted orange light then passes through the 605 nm/70 nm long-pass optical emission fil-
ter and orange gel filter, where it is detected by the silicon photodiode, while the shorter wavelength light from the
green OLED is blocked by the optical filters. This planar face-to-face sandwich-style (i.e. focal plane) optics con-
figuration is required to prevent the weak fluorescence signal from being swamped out by bright green light from
the OLED emitter and is key in providing point-of-care diagnostic sensitivity that approaches the capabilities of a
clinical laboratory. As shown in Fig. 1, an additional orange gel filter was placed between the 605 nm/70 nm emis-
sion filter and the photodiode detector. Even with the high performance optical emission filter, we still observed
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Figure 1. (a) A cross-section of the phosphorescent green OLED device structure in our display. (b) An
exploded schematic view of our OLED display-based point-of-care test configuration, combining green

OLED technology for optical excitation, photodiode, fluorescent biorecognition layer, and optical filters for
high-sensitivity fluorescence analysis and detection of disease biomarkers. (¢) A photograph of our 515nm,
5mm? bottom emitting green OLED display test structure used for this study. (d) A small display used to
provide instructions, status, or test results. (e) Our prototype electronics test board containing a microcontroller
and Op Amp-based charge integrated readout circuit which provides a ramp time that inversely correlates with
fluorescent biorecognition signal intensity. (f) Our hand-held 3D printed point-of-care prototype, which aligns
the fluorescent biorecognition site on the microscope slide with the OLED emitter, face-to-face excitation and
emission optical filters, biorecognition site, and photodiode.

green light from the OLED reaching the photodetector. Adding the inexpensive orange gel filter reduced the
background light level by approximately an additional factor of about 100 times, while only reducing the detect-
able fluorescent signal level by 10 to 20 percent. For multiplexed detection of biomarkers, we envision pairing
multiple OLEDs in a flat panel display-based array with opposing pitch matched thin film photodiodes, with one
OLED/photodiode pair for each biomarker recognition site.

We used a charge integrating operational amplifier (Op Amp) circuit to measure and quantitatively readout
the detected fluorophore signal level from the detected biomarkers. As shown in the simplified electronics dia-
gram in Fig. 1, this new readout approach uses a photodiode connected to a low-noise charge integration Op
Amp circuit, which converts the detected charge from the photodiode to a relatively large output voltage that can
be easily detected by a low-cost microcontroller. The photodiode is operated in photovoltaic mode (zero bias) to
eliminate any effects from the photodiode dark current on the output signal. The 4 mm? silicon photodiode was
selected to provide comparable responsivity and dark current to the flexible amorphous silicon photodiode pixels
used in our flexible digital x-ray detectors®***-* and approximately match the size of the green OLED emitter. To
quantitatively measure the fluorescent signal, the time (in seconds) is measured as the detected signal ramps from
0 volts to the supply voltage rail of approximately 8.4 volts. The Op Amp is powered on and off to start and stop
the voltage ramp, respectively, with the ramp time At (sec) expressed by the following relationship:

i=CAV/IAt (1)

As described in equation 1, the fluorescent signal is reported as output voltage AV, which is stored by an
integrating capacitor C. When more (orange emitting) fluorophores are captured on the antibody biorecognition
site, the detected signal ramps faster and reaches the voltage rail in a shorter period of time due to the higher
current i detected by the photodiode. For sample analysis, the ramp time At, is now inversely proportional to the
concentration of the fluorescently labeled Ab biomarker in the patient sera. This provides the desired quantitative
relationship between analyte concentration and the detected output. The primary advantage of this system is the
ability to use long op-amp charge integration times (30 to 60 seconds) to detect extremely low light levels from
a very small number of fluorophores captured on the biorecognition site, by providing a robust electrical signal
(output voltage) to help separate out the detected and extremely weak fluorophore signal from the background
noise level. The microcontroller then translates the detected voltage signal into quantitative information provided
on a small integrated display (Fig. 1d). While previous research has evaluated using lock-in amplifier technology
to detect the very low signal (light) levels from the excited fluorophores to improve sensitivity, we believe for very
low-cost and ultimately disposable point-of-care applications, with a target cost of less than $10 (US), a much less
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Figure 2. ASU Flexible green OLED test structures on 6” plastic substrate manufactured using temporary
bond/de-bond process on rigid substrate. After thin film processing, flexible OLEDs are simply peeled off.

costly electronics detection method is required. Initially, we evaluated a very high gain Op Amp-based transim-
pedance amplifier circuit, but we found the low picoamp signals at the lower fluorophore concentrations were
challenging to detect using low-cost electronic components. As a solution, we recognized that for this particular
application, real-time instantaneous detection was not necessary. Instead, we exploit a tradeoff between detection
time and accuracy with a simple, low-cost charge integration Op Amp-based circuit, where longer integration
time translates to higher sensitivity.

High Intensity Green OLED Display Development. The green OLED test structure used for this work,
shown in Figs 1c and 2, was manufactured on a flexible plastic substrate, and has a peak emission intensity at
515nm?**. However, OLEDs of comparable brightness manufactured on conventional rigid glass substrates are
expected to have similar performance. Conceptually, the approach used to make a display flexible is straightfor-
ward and is essentially identical to the process used to manufacture large commercial flat-panel displays on glass
substrates. To make the device flexible, the starting glass substrate is replaced in our process flow with a 125pm
thick DuPont Teijin Films Teonex Polyethylene Naphthalate (PEN) flexible plastic substrate temporarily bonded
to arigid carrier. After the thin film process steps are completed, the flexible plastic PEN substrate with patterned
nanoscale thin film layers on top is peeled off, similar to peeling off a Post-it brand note (Fig. 2). The temporary
rigid carrier allows the flexible display to be processed using unmodified, oft-the-shelf, thin-film semiconductor
process tooling, designed for rigid glass substrates or silicon wafers. Additional details on the display process used
to manufacture the green OLEDs used for this work can be found in O’Brien, et al.*® and in the methods section
at the end of this report.

Preliminary demonstration of fluorescent programmable immunoassay sensitivity and
LLOD. To determine the lower limit of detection (LLOD) of our prototype OLED display-based point-of-care
test configuration (Fig. 1), we immobilized whole human IgG on an aminosilane coated microscope slide at
concentrations logarithmically scaled from 10 ng/mL to 1 fg/mL. We then probed with fluorescent anti-human
Dylight549® (556 nm excite/571 nm emit) and determined the ramp time for each concentration. However,
instead of calculating the ramp time from 0 volts to the 8.4 V supply rail, we captured ramp times using the
ramp time difference or delta between 1 and 8 volts (Fig. 3). This eliminated any effects from small variations in
the battery supply voltage as well as any start time variations for the different concentrations. Additionally, we
normalized all of our ramp times to a concentration matched bovine serum albumin (BSA) negative control by
defining delta t as the difference between the BSA negative control ramp time and the IgG recombinant protein
ramp time (Fig. 3). The delta t time (in seconds) directly corresponds to the captured fluorophore concentration
on the biorecognition site that is above the background BSA control level. Hence, the biorecognition site is posi-
tive (i.e., a detection) when the delta t is greater than 0 seconds. For example, in Fig. 3, the recorded ramp time for
the 10 ng/mL concentration was 8 seconds faster than the ramp time for BSA control. This is recorded as a delta
t of 8seconds and corresponds to a strong positive response. As expected (Fig. 3 bar chart), the observed delta t
decreases as the IgG concentration is decreased, with a positive response (delta t > 0 seconds) observed all the way
down to 10 fg/mL. However, below 10 pg/mL, we no longer observed a decrease in the delta t, so the LLOD in this
preliminary work is set to 10 pg/mL.

Typical low-cost microcontrollers that could be used for signal readout in a point-of-care electronics configu-
ration (Fig. 1) include an integrated 10-bit analog to digital converter (ADC) able to resolve ramp time differences
down to ~39 milliseconds (40 seconds ramp time +21°). This implies that even lower circulating biomarker con-
centrations than 10 pg/mL could be resolved®.
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Figure 3. ELISA assay results for the detection of whole human IgG by fluorescent biorecognition.
Dylight 549 anti-human fluorophores bound to the whole human IgG are excited by a green OLED and the
emitted orange light is quantified. From the inset plot, the signal output is determined by the ramp time from
1 to 8 volts. The difference in ramp time (or time to reach threshold) between our sample and a BSA control
quantifies concentration as delta t, demonstrating a conservative lower-limit-of-detection of 10 pg/mL.

Demonstration of fluorescent immunoassay for the detection of serum HPV16 E7 antibodies.
HPYV infection is the most commonly diagnosed sexually transmitted disease in the United States. Infection
with high-risk HPV is necessary for cervical cancers (99.7%) as well as the majority of oropharyngeal head and
neck squamous cell carcinoma (65-80%)'®%. While screening by a combination of cytology and high-risk HPV
typing has markedly decreased cervical cancer incidence in developed countries, there is a need for accurate
and low-cost point-of-care assays for the biologic changes that are associated with progression of HPV infection
to HPV cancer®. Previously, we and others have reported that HPV16 E2, E6, and E7 IgG antibodies are spe-
cifically detected in the sera of patients with HPV-associated cancers!®!*!7373_Qur Center has developed the
Rapid Antigenic Protein in Situ Display (RAPID) ELISA, which is a programmable ELISA assay in 96-well plates
that can be readily adapted to measure antibodies to any in vitro expressed tagged antigen'®2"*2. However, this
assay requires a protein display biochemistry, luminescent detection, highly-trained personnel, and expensive
detection equipment that is not feasible as a low-cost point-of-care diagnostic assay. Here, we have adapted this
immunoassay for the serological detection of HPV16 E7 antibodies using OLED-based fluorescent detection of
human IgG. For this study we procured serum samples from the HOTSPOT biorepository, each sample was tested
by PCR for the presence of HPV16 DNA™. To demonstrate the accuracy, specificity, and inter- and intra-assay
reproducibility of the optical configuration, we generated full-length recombinant HPV16 E7 protein and manu-
ally spotted pitch-matched HPV16 E7, BSA and whole-human IgG protein onto aminosilane coated glass micro-
scope slides. The slides were blocked in 5% milk in 0.2% PBS-Tween20 followed by incubation with patient sera.
We then determined the presence of IgG antibodies against HPV16 E7 by probing the slide with fluorescent
anti-human IgG Dylight549 antibody and measured the relative fluorescence. In our preliminary configuration
our total assay time is two hours. Using monoclonal antibodies against HPV16 E7, the immobilization of HPV16
E7 recombinant protein was confirmed (Fig. 4a, anti-HPV16 E7). We immobilized 25 ug/mL of recombinant
HPV16 E7 protein and determined the optimal signal-to-noise ratio by diluting serum from a previously identi-
fied subject with high titers of IgG antibodies specific for HPV16 E7 (HPV16 E7 IgG Positive) and serum from a
healthy control (HPV16 E7 IgG Negative) (Fig. 4a). Dilutions of sera at 1:4, 1:40, and 1:200 in 5% milk-PBST were
added and introduced into the detector which determined the delta t (sec) value for replicated samples. As illus-
trated in Fig 4a,b, day 1, even at a 1:4 dilution (comparable to the volume from a finger-prick point-of-care immu-
noassay) we observe only low levels of off-target fluorescent signal. We replicated the assay using the same sera
at a 1:4 dilution over four consecutive days, and calculated the intra-assay variability represented by the standard
error of the mean in duplicate samples each day. The intra-assay variability remained low and is representative of
current standards for diagnostic assays (Fig. 4b). The inter-assay variability is shown as the coefficient of variance
(CV) over the four-day period (Fig. 3¢). Current analytic targets for inter-assay variability are below a CV value
of 20%*. The observed CV values were 13% for E7-specific IgG antibodies. We have observed that variations
in inter- and intra-assay variability are often introduced in the printing process. We expect that transitioning the
printing process from manual spotting to a contact or piezo printer at high batch volume will reduce spot size
variability and further improve inter- and intra-assay variability.

Multiplexed detection of serum HPV16 E2, E6, and E7 antibodies. In our previous study, we ana-
lyzed the utility of a multi-antigenic assay for the detection of patients with HPV16 positive oropharyngeal head
and neck cancer'®!>14% The majority of patients were positive for HPV16 E1, E2, E6, and/or E7 antibodies. A
case was determined positive by the presence of one or more positive antibodies. In this study, over 5% of patients

SCIENTIFICREPORTS | 6:29057 | DOI: 10.1038/srep29057 5



www.nature.com/scientificreports/

(a) HPV16 E7 Sera IgG Positive HPV16 E7 Sera IgG Negative
BSA BSA "
s Richy anti-HPV16 E7
L@ 1:20 1:20
AT I O
Secondary
Control
(b) (c)
Intra Assay Variability Inter Assay Variability
HPV16 E7 Sera IgG Positive Human IgG HPV16 E7 Sera IgG Positive Human IgG
Day Mean SEM Mean SEM Mean St. Dev. % CV Mean St. Dev. % CV
1 18.74 1.74 5.08 0.12 16.43 2.26 13.73 4.48 0.94 21.03
2 17.98 0.34 477 0.27
3 14.54 1.18 4.99 0.31
4 14.44 1.00 3.08 0.52

Figure 4. Detection of HPV antibodies in human sera. Using our test configuration we (a) immobilized
recombinant HPV16 E7 protein and specifically detected HPV16 E7 antibodies from serum samples over a
series of dilutions (1:4, 1:20, and 1:200). Representative images from each corresponding dilution as well as
integrated ramp plots demonstrate assay specificity and background or off-target signal levels. To determine
intra and inter assay variability we screened serum positive for HPV16 E7 antibodies and whole human IgG
positive control in duplicate over four consecutive days. (b) Calculated values of intra assay standard error of the
mean and (c) inter assay coefficient of variance.
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Figure 5. Multiplexed detection of human IgG in patient sera. To evaluate the detection of multiple
biorecognition sites we immobilized recombinant HPV16 E2, E6 and E7 protein as well as human IgG and

BSA at 6 mm intervals. We selected serum from three patients with known serum antibodies to all or one of

the HPV16 proteins and (a) compared the results of our OLED-based point-of-care test configuration against
our previously reported (b) RAPID ELISA assay measuring human IgG in the same serum samples. Results
demonstrated comparable detection results to multiple serum antibodies for each of the three patients using our
prototype test configuration to the RAPID ELISA diagnostic laboratory test.

with oropharyngeal head and neck cancer have antibodies to HPV16 E1 or E2, but no E6 or E7 antibodies. Using
a multiparametric algorithm the sensitivity approaches 88% at 96% specificity. This supports the rationale for a
multi-antigenic assay for the early detection of HPV positive oropharyngeal head and neck cancer. To demonstrate
the preliminary ability of our OLED-based point-of-care biosensor configuration to detect multiple biorecogni-
tion sites, we immobilized 25 pg/mL of recombinant HPV16 E2, E6, E7, whole human IgG, and BSA on five
separate ~2 mm diameter biorecognition sites spaced at 6 mm intervals on the same microscope slide (Fig. 5) and
compared our point-of-care test configuration results with our RAPID ELISA laboratory test results. The five sites
were detected using the Fig. 1 singleplex prototype test configuration by simply incrementing (pulling) the slide
6mm out at a time to sequentially line up the sites with the center of the ~2 mm green OLED emitter. This approach
provided a simple, but effective early demonstration of multiplexing performance using just a single emitter. For
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Figure 6. Comparison of OLED POC assay to Rapid ELISA laboratory test for multiplexed detection of
human IgG in patient sera. Sera from 29 HPV16+ patients and 39 healthy controls were evaluated for the
detection of HPV16 E2 and E7 specific IgG. The results of the (a) OLED-based point-of-care test configuration
against our previously reported (b) RAPID ELISA assay are shown. OLED-based configuration demonstrated
sensitivity of 59% at 95% specificity using a cutoff value of the mean of the controls 42 standard deviations
compared to our previously reported RAPID ELISA laboratory test instrumentation with a sensitivity of 83% at
95% specificity. Significance was determined using a student’s t-test.

the multiplexed comparison, we selected three sera from OPC patients, previously identified through our cus-
tom RAPID ELISA assay (Fig. 5b) as being positive for IgG antibodies against HPV16 E2 and E7 (Patient A),
HPV16 E6 and E7 (Patient B), and HPV16 E6 (Patient C) proteins. As illustrated in Fig. 5a,b, we detected multiple
serum antibodies for each of the three patients using our prototype OLED-based point-of-care test configuration,
comparable to the RAPID ELISA laboratory test. We observed increased detection of the HPV16 E6 antibody in
patient 57 using our OLED-based point-of-care test configuration compared to our previously reported RAPID
ELISA laboratory test that is likely due to differences in antigen display between the two assays. This demon-
strated that the OLED-based point-of-care test configuration can be used to specifically detect individual bound
IgG without evidence of cross-over interference, as well as provide comparable detection results to the RAPID
ELISA laboratory test to multiple serum antibodies.

To determine the accuracy and specificity of the HPV16 multiplexed immunoassay, we immobilized 25 ug/mL
of recombinant HPV16 E7, E2, whole human IgG, and BSA on five separate ~2 mm diameter biorecognition sites
spaced at 6 mm intervals on a glass microscope slide. We randomly selected 29 HPV16+ serum samples as well as
39 healthy controls from our previously reported HOTSPOT study and screened them in duplicate on individual
slides'*. The 5 sites were detected as described above by incrementally pulling out the slide 6 mm at a time to line
up the sites with the center of the green OLED emitter. We determined a cutoff value as the mean of the con-
trols +-2 standard deviations for each HPV antigen (OLED-Based Point-of-Care Test, HPV16 E7, 4.68; E2, 4.25;
RAPID ELISA, HPV16 E7, 1.65; E2, 2.66). Using this cutoff value, the overall sensitivity and specificity defined as
a case or control being positive for one or more HPV antigen (HPV16 E2 and/or E7) was 58% sensitivity at 95%
specificity for the OLED-Based Point-of-Care test compared to 83% sensitivity at 95% specificity for the RAPID
ELISA laboratory test (Fig. 6). The results described are comparable for HPV16 E2 and E7 to our RAPID ELISA
laboratory test.
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Discussion

In this report, we have demonstrated the novel combination of commercial flat panel OLED display technology
with high density fluorescent biorecognition microarray technology to fabricate a prototype point-of-care immu-
noassay. Fluorescence-based detection in point-of-care molecular diagnostics offers a number of both advantages
and disadvantages**2. The key advantages demonstrated in our reported results include 1) a wide dynamic range
and sensitivity, due to the charged-based integration of the fluorescence signal and 2) a methodology for multi-
plexed immunoassays with a clear path to high volume manufacturing, grounded in two fundamental technolo-
gies: protein microarrays and OLED flat panel displays.

In comparison to a well-established laboratory ELISA, we have also demonstrated a similar accuracy and
specificity in the detection of serum antibodies against HPV16 E7, a potential blood-based biomarker under eval-
uation for cervical and oropharyngeal head and neck cancer detection. Further, we present data supporting the
multiplexed detection of serum antibodies against HPV16 E2, E6, and E7 with minimal signal interference. The
recognized disadvantage of fluorescent biorecognition is the need for additional optics and electronics for detec-
tion, unlike conventional colorimetry-based lateral flow assays, which can be interpreted visually**-*°. To mitigate
this disadvantage, we developed a simplified point-of-care configuration using planar face-to-face optics that
eliminated the need for separate magnifying optics by sandwiching the fluorescent biorecognition layer directly
between an organic light emitting layer and photodiode. This was combined with optical filters and low-cost
charge integration electronics to increase both sensitivity and dynamic range and decrease cost.

Point-of-care devices must leverage engineered signal enhancement techniques to approach the performance
of large, expensive laboratory equipment in a portable, inexpensive configuration*?. Lateral flow assays (LFA)s
have emerged as the predominant point-of-care approach for biofluid samples'**-!. These microfluidics devices,
usually paper-based assays, enhance the signal detection relative to lab-on-chip or microscope slide assays by
increasing the surface area of a porous medial***>*, Many materials, such as nanoparticles, beads, and quantum
dots, have been used to enhance sensitivity?>*. Alternative detection mechanisms, such as plasmonic>? and elec-
trochemical® also enhance signal detection®*2. Combinations of these techniques may improve the lower limit
of detection by up to three orders of magnitude, in the pg/mL range***>**. Many of these techniques for signal
enhancement are predicted to be compatible with our device.

Point-of-care medical diagnostic sensors using molecular biomarkers for mobile health have the potential to
reduce healthcare costs by providing rapid feedback on disease states*?. Advances in wearable and flexible sensor
development, specifically in OLED and organic photodetectors provide a novel avenue to combine fluorescent
planar array technology to provide a simple, highly-sensitive diagnostic device. While the work in this manuscript
has focused on the detection of antibodies specific for HPV proteins, the programmable molecular and electronic
configuration presented provides many opportunities to adapt this system to meet the demands of multiple types
of analytes and clinical applications.

Methods

Serum samples. Serum samples were previously obtained at the time of clinical diagnosis from patients with
newly-diagnosed HPV+ oropharyngeal cancer and healthy controls and the serologic responses to HPV16 have
been previously reported'**” (Clinical Trials number: NCT01342978). Written informed consent was obtained
from all subjects in accordance with Arizona State University institutional review board approval. All experimen-
tal protocols were approved and were carried out in accordance with the relevant guidelines under the Arizona
State University institutional review board. All of the methods involving human subjects were carried out in
accordance with the relevant guidelines previously stated in ref. 14.

HPV antibody detection in blood sample by RAPID ELISA. Serum samples (1:100) were tested for
HPV16 E2, E6 and E7 IgG antibodies by programmable RAPID ELISA as previously described?'. Proteins were
expressed using a human HeLa cell lysate in vitro transcription and translation system (Thermo Scientific) and
blocked with 10% Escherchia coli (E. coli) lysate. Luminescence was measured as Relative Light Units (RLU) as a
ratio to GST-antigen control. Cut-off values for positive serology are defined as the mean +3 standard deviations
of the RLU ratio observed among the healthy controls.

Expression and purification of HPV16 E2, E6, and E7. pDEST15 (Life Technologies) was used to gen-
erate N- terminal Glutathione transferase fusion proteins. E2 protein was subcloned as the C-terminal fragment
(CE2) for optimal protein expression!®. E6, E7 and CE2 genes in the vector pPDONR221 were transferred to the
destination vector pDEST15 by recombination cloning and transformed into the BL21DE3 Ecoli strain. Isolated
colonies were grown in LB media for 6-8 hr at 37 °C. The cultures were then diluted 1:20 into LB media and
grown at 37 °C until OD600 of 0.6 was reached and induced with IPTG at 18 °C for 21 hr. After 21 h incubation at
18°C, the bacteria were centrifuged at 5000 X g for 20 min at 4°C, and the pellets were resuspended in lysis buffer
(50 mM Potassium phosphate, pH 7.8, 400 mM NaCl, 100 mM KCI, IGEPAL 0.01%, 1 mM DTT, 25 ug/ml DNase,
2mg/ml Lysozyme, 5mM MgSO,, 100 pM PMSF). The lysate was frozen at —20 °C, then thawed to RT and mixed
for 1hr at 37°C. The lysate was centrifuged at 5000Xg for 20 min at 4 °C and the supernatant was removed and
mixed with Glutathione Sepharose 4 fast flow medium and allowed to bind O/N at 4 °C. Glutathione Sepharose
medium was washed seven times with PBS pH 7.3 by centrifugation at 500Xg for 5min. Elution buffer (Tris HCI
pH 8 containing 20 mM GSH) was used to elute GST tagged proteins and a Bradford assay was used to quantitate
the protein. Purity of proteins was determined by Sodium dodecyl sulfate (SDS) Poly acrylamide gel electropho-
resis (PAGE).

Fluorescent detection of human serum IgG using a point-of-care configuration.  Asillustrated in
ref. 10, glass microscope slides (VWR International) were coated in a 2% aminosilane coating solution (Pierce)

SCIENTIFICREPORTS | 6:29057 | DOI: 10.1038/srep29057 8



www.nature.com/scientificreports/

for 15 minutes at room temperature. The slides were then rinsed with acetone followed by distilled water and
dried with filtered compressed air. Purified recombinant protein was diluted in distilled water to 25 ug/mL and
spotted (5pl) on the aminosilanated glass slides and allowed to dry at room temperature. As a control, BSA was
diluted in distilled water to 25 ug/mL and spotted (5 jul) on separate aminosilanated glass slides and allowed to dry
at room temperature. The protein spotting procedure was repeated four times. The slides were stored at 4 °C over-
night. Slides were washed once in phosphate buffered saline pH 7.4—0.2% Tween20 (PBST) solution and blocked
at room temperature in 5% milk-PBST for one hour. During the blocking step the serum samples were diluted 1:1
in a 5% milk-PBST and allowed incubate at room temperature. The slides were then removed from the blocking
solution and incubated with the serum for 1 hour at room temperature and then rinsed once in PBST. The pres-
ence of human IgG antibodies specific for the recombinant proteins was detected using Dylight 549-conjugated
AffiniPure Goat Anti-Human IgG (Jackson ImmunoResearch Laboratories, Inc.). As a positive control we probed
the purified HPV16 E7 recombinant protein with a mouse monoclonal antibody to HPV16 E7 (Santa Cruz) and
detected it with anti-mouse IgG AlexaFluor 555 (Life Technologies).

Statistical considerations. OLED based point-of-care and RAPID ELISA laboratory analysis were per-
formed in duplicate. Significant differences (p-value) in cases and controls were assessed by two-tailed student
t-test. To assess the value of AAD to discriminate cases from controls we defined the cut-off value as the mean of
the controls +3 standard deviations.

OLED fabrication, characterization, and operation. The OLED devices used in this work were fab-
ricated at the ASU Flexible Electronics and Display Center (FEDC) using patterned indium-tin oxide (ITO) on
flexible substrates. The green OLED device structure has a peak emission intensity at 515 nm and consisted of a
10 nm layer of hexaazatriphenylene hexacarbonitrile (HAT-CN) hole injection layer (HIL), followed by a 40 nm
4-4/-bis[N-(1-naphthyl)-N-phenyl-amino]biphenyl (NPD) hole transport layer (HTL). A 10-50 nm green emis-
sive layer (EML) was deposited onto the HTL and comprised a co-host structure of [Host1:Host2:Green dopant].
Next, a 10-30 nm thick hole blocking layer (HBL) was deposited onto the EML, followed by a 30 nm electron
transport layer (ETL) consisting of doped 8-hydroxyquinolinolato-lithium (Liq). A 2nm Liq electron injection
layer (EIL) was deposited onto the ETL, followed by a 100 nm layer of MgAg or Al cathode metal. Device area
was 0.05 cm?. Films were deposited by vacuum thermal evaporation in a Sunicel Plus 400 system made by Sunic
Systems (Suwon, South Korea) at pressures below 5 x 1077 Torr. Films were patterned using metal shadow masks
with no break in vacuum between layers. The devices were encapsulated using a thin-film barrier material from
3 M Company. HAT-CN was purchased from Lumtec (Hsin-Chu, Taiwan), and the other organic materials were
supplied by Universal Display Corporation (New Jersey, USA).

Encapsulated devices were tested in ambient conditions. Current density/voltage, radiance and electrolumi-
nescence measurements were made using a Keithley 2400 source meter, calibrated Si photodiode model 818-UV
from Newport (Irvine, CA, USA), and Ocean Optics HR-4000 spectrometer, using Spectra Suite software (Ocean
Optics, Dunedin, FL, USA). For all reported test results, the OLED was pulsed at 6 Hz, with an 8.8 volt forward
bias, providing an instantaneous optical output power of 0.8 mW. Similar to a semiconductor diode, increasing
the direct current (DC) bias voltage exponentially increases current, which results in the OLED light intensity to
also increase exponentially. However, we observed that increasing the DC bias above 7 volts to obtain higher light
intensity started to degrade the OLEDs organic emissive layers due to current induced, localized joule heating
in the OLED organic layers®*>*. As a solution, we found that pulsing the OLED power supply at less than 10 Hz,
combined with applying a thin conformal metal foil heat sink to the cathode, the OLED operating voltage could
be increased above 7 volts to subsequently increase the instantaneous light intensity without degrading or damag-
ing the OLED organic layers. Essentially, pulsing the OLED at a low frequency appears to give the organic layers
in the OLED a chance to recover and cool down before applying a voltage bias in the next period.

References
1. Hu, J. et al. Advances in paper-based point-of-care diagnostics. Biosensors & bioelectronics 54, 585-597, doi: 10.1016/j.
bi0s.2013.10.075 (2014).
2. Hu, J. et al. Oligonucleotide-linked gold nanoparticle aggregates for enhanced sensitivity in lateral flow assays. Lab Chip 13,
4352-4357, doi: 10.1039/c31c50672j (2013).
3. Choi, J. R. et al. Sensitive biomolecule detection in lateral flow assay with a portable temperature-humidity control device. Biosensors
& bioelectronics 79, 98-107, doi: 10.1016/j.bios.2015.12.005 (2016).
4. Dou, M., Dominguez, D. C., Li, X,, Sanchez, ]. & Scott, G. A versatile PDMS/paper hybrid microfluidic platform for sensitive
infectious disease diagnosis. Analytical chemistry 86,7978-7986, doi: 10.1021/ac5021694 (2014).
5. Porter, M. E. What is value in health care? The New England journal of medicine 363, 2477-2481, doi: 10.1056/NEJMp1011024
(2010).
6. Nichols, J. H. Reducing medical errors at the point of care. Lab Med 36, 275-277, doi: 10.1309/Nxxwj31pwtht711q (2005).
7. StJohn, A. & Price, C. P. Economic Evidence and Point-of-Care Testing. The Clinical biochemist. Reviews/Australian Association of
Clinical Biochemists 34, 61-74 (2013).
8. Tighe, P. J. et al. ELISA in the multiplex era: potentials and pitfalls. Proteomics Clin Appl 9, 406-422, doi: 10.1002/prca.201400130
(2015).
9. Cretich, M. et al. Protein microarray technology: how far off is routine diagnostics? Analyst 139, 528-542, doi: 10.1039/c3an01619f
(2014).
10. Anderson, K. S. et al. Serum antibodies to the HPV16 proteome as biomarkers for head and neck cancer. Br ] Cancer 104, 1896-1905,
doi: 10.1038/bjc.2011.171 (2011).
11. Desmetz, C. et al. Autoantibody signatures: progress and perspectives for early cancer detection. J Cell Mol Med 15, 2013-2024,
doi: 10.1111/§.1582-4934.2011.01355.x (2011).
12. Pedersen, J. W. et al. Early detection of cancer in the general population: a blinded case-control study of p53 autoantibodies in
colorectal cancer. British journal of cancer 108, 107-114, doi: 10.1038/bjc.2012.517 (2013).
13. Anderson, K. S. et al. HPV 16 antibodies as risk factors for oropharyngeal cancer and their association with tumor HPV and smoking
status. Oral Oncol 51, 662-667, doi: 10.1016/j.oraloncology.2015.04.011 (2015).

SCIENTIFICREPORTS | 6:29057 | DOI: 10.1038/srep29057 9



www.nature.com/scientificreports/

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.

52.

53.

Anderson, K. S. et al. Biologic predictors of serologic responses to HPV in oropharyngeal cancer: The HOTSPOT study. Oral Oncol
51, 751-758, doi: 10.1016/j.oraloncology.2015.05.007 (2015).

Combes, J. D. et al. Antibodies against high-risk human papillomavirus proteins as markers for invasive cervical cancer. Int ] Cancer
135, 2453-2461, doi: 10.1002/ijc.28888 (2014).

Kreimer, A. R. et al. Evaluation of human papillomavirus antibodies and risk of subsequent head and neck cancer. Journal of clinical
oncology: official journal of the American Society of Clinical Oncology 31, 2708-2715, doi: 10.1200/JC0.2012.47.2738 (2013).

Smith, E. M. et al. Risk factors and survival by HPV-16 E6 and E7 antibody status in human papillomavirus positive head and neck
cancer. Int ] Cancer 127, 111-117, doi: 10.1002/ijc.25015 (2010).

Moody, C. A. & Laimins, L. A. Human papillomavirus oncoproteins: pathways to transformation. Nature reviews. Cancer 10,
550-560, doi: 10.1038/nrc2886 (2010).

Goodman, A. HPV testing as a screen for cervical cancer. Bmj-Brit Med ] 350, doi: Artn H237210.1136/Bmj.H2372 (2015).
Anderson, K. S. et al. Application of Protein Microarrays for Multiplexed Detection of Antibodies to Tumor Antigens in Breast
Cancer. Journal of Proteome Research 7, 1490-1499, doi: 10.1021/pr700804c (2008).

Anderson, K. S. et al. p53 autoantibodies as potential detection and prognostic biomarkers in serous ovarian cancer. Cancer
epidemiology, biomarkers & prevention: a publication of the American Association for Cancer Research, cosponsored by the American
Society of Preventive Oncology 19, 859-868, doi: 10.1158/1055-9965.EPI-09-0880 (2010).

Ramachandran, N. et al. Tracking humoral responses using self assembling protein microarrays. Proteomics- Clinical Applications 2,
1518-1527 (2008).

Pais, A. et al. High-sensitivity, disposable lab-on-a-chip with thin-film organic electronics for fluorescence detection. Lab on a chip
8, 794-800, doi: 10.1039/b715143h (2008).

Ryu, G. et al. Highly sensitive fluorescence detection system for microfluidic lab-on-a-chip. Lab on a chip 11, 1664-1670, doi:
10.1039/c01c00586j (2011).

Dixit, R. et al. Simultaneous Single Detector Measurement of Multiple Fluorescent Sources. Sensors Journal, IEEE 13, 1965-1971,
doi: 10.1109/JSEN.2013.2239285 (2013).

Banerjee, A. et al. Concentration dependence of fluorescence signal in a microfluidic fluorescence detector. Journal of Luminescence
130, 1095-1100, doi: 10.1016/j.jlumin.2010.02.002 (2010).

Ramachandran, N. ef al. Next-generation high-density self-assembling functional protein arrays. Nat Meth 5, 535-538, http://www.
nature.com/nmeth/journal/v5/n6/suppinfo/nmeth.1210_S1.html (2008).

O’Brien, B. et al. 14.7" Active Matrix PHOLED Displays on Temporary Bonded PEN Substrates with Low Temperature IGZO TFTs.
SID Symposium Digest of Technical Papers 70-2L, 447, doi: 10.1002/j.2168-0159.2013.tb06243.x (2013).

Smith, J. et al. Flexible Digital x-ray technology for far-forward remote diagnostic and conformal x-ray imaging applications. Proc.
SPIE 8730, Flexible Electronics, doi: 10.1117/12.2016102 (2013).

Smith, J. T. et al. Application of Flexible OLED Display Technology to Point-of-Care Medical Diagnostic Testing. Display Technology,
Journal of PP, 1, doi: 10.1109/JDT.2015.2479457 (2015).

Smith, J. T. et al. Disposable point-of-use optical biosensor for multiple biomarker detection. Biomedical Circuits and Systems
Conference (BioCAS), 2014 IEEE, 268-271, doi: 10.1109/BioCAS.2014.6981714 (2014).

Wagner, S. & Bauer, S. Materials for stretchable electronics. Mrs Bulletin 37, 207-217, doi: 10.1557/Mrs.2012.37 (2012).
Dominguez, A. et al. Development of a testbed for flexible a-Si:H photodiode sensing arrays. Proc. SPIE 8730, Flexible Electronics,
87300H, 1-8, doi: 10.1117/12.2015499 (2013).

Marrs, M. et al. Flexible amorphous silicon PIN diode x-ray detectors. Proc. SPIE 8730, Flexible Electronics, doi: 10.1117/12.2015917
(2013).

Smith, J. T. et al. Application of Flexible OLED Display Technology for Electro-Optical Stimulation and/or Silencing of Neural
Activity. Display Technology, Journal of 10, 514-520, doi: 10.1109/JDT.2014.2308436 (2014).

Cuzick, J. et al. Overview of human papillomavirus-based and other novel options for cervical cancer screening in developed and
developing countries. Vaccine 26 Suppl 10, K29-41, doi: 10.1016/j.vaccine.2008.06.019 (2008).

D’Souza, G. et al. Oral Human Papillomavirus (HPV) Infection in HPV-Positive Patients With Oropharyngeal Cancer and Their
Partners. J Clin Oncol, doi: 10.1200/JC0.2014.55.1341 (2014).

Reuschenbach, M. et al. Characterization of humoral immune responses against p16, p53, HPV16 E6 and HPV16 E7 in patients with
HPV-associated cancers. Int ] Cancer 123, 2626-2631, doi: 10.1002/ijc.23837 (2008).

Panel, T. D. R. D. E. E. et al. Evaluation of diagnostic tests for infectious diseases: general principles. Nat Rev Microbiol 8, S17-29, doi:
10.1038/nrmicro1523 (2010).

Reed, G. E, Lynn, E. & Meade, B. D. Use of coefficient of variation in assessing variability of quantitative assays. Clin Diagn Lab
Immunol 9, 1235-1239, doi: 10.1128/CDLI.10.6.1162.2003 (2002).

Lee, L., Nordman, E., Johnson, M. & Oldham, M. A Low-Cost, High-Performance System for Fluorescence Lateral Flow Assays.
Biosensors 3, 360-373 (2013).

Qin, C. et al. The Assessment of the Readiness of Molecular Biomarker-Based Mobile Health Technologies for Healthcare
Applications. Scientific Reports 5, 17854, doi: 10.1038/srep17854 (2015).

O’Farrell, B. Lateral Flow Technology for Field-Based Applications—Basics and Advanced Developments. Topics in Companion
Animal Medicine 30, 139-147, http://dx.doi.org/10.1053/j.tcam.2015.12.003 (2015).

Song, C. et al. Rapid and sensitive detection of 3-agonists using a portable fluorescence biosensor based on fluorescent nanosilica
and a lateral flow test strip. Biosensors and Bioelectronics 50, 62-65, http://dx.doi.org/10.1016/j.bios.2013.06.022 (2013).

Xu, Y. et al. Fluorescent Probe-Based Lateral Flow Assay for Multiplex Nucleic Acid Detection. Analytical Chemistry 86, 5611-5614,
doi: 10.1021/ac5010458 (2014).

Parolo, C. et al. Enhanced lateral flow immunoassay using gold nanoparticles loaded with enzymes. Biosensors & bioelectronics 40,
412-416, doi: 10.1016/j.bi0s.2012.06.049 (2013).

Wilkinson, C. et al. Enhanced performance of pulse driven small area polyfluorene light emitting diodes. Applied Physics Letters 79,
171-173, http://dx.doi.org/10.1063/1.1383799 (2001).

Sharma, S. et al. Point-of-Care Diagnostics in Low Resource Settings: Present Status and Future Role of Microfluidics. Biosensors
(Basel) 5,577-601, doi: 10.3390/bios5030577 (2015).

Algar, E. P. a. W. R. Toward point-of-care diagnostics with consumer electronic devices: the expanding role of nanoparticles. RSC
Advances 5, 22256-22282, doi: 10.1039/C4RA15036H (2015).

Quesada-Gonzalez, D. & Merkoci, A. Nanoparticle-based lateral flow biosensors. Biosensors & bioelectronics 73, 47-63, doi:
10.1016/j.bi0s.2015.05.050 (2015).

Wang, J. Electrochemical biosensors: Towards point-of-care cancer diagnostics. Biosensors and Bioelectronics 21, 1887-1892, http://
dx.doi.org/10.1016/j.bios.2005.10.027 (2006).

Vashist, S. K., Luppa, P. B., Yeo, L. Y., Ozcan, A. & Luong, J. H. T. Emerging Technologies for Next-Generation Point-of-Care Testing.
Trends in Biotechnology 33, 692705, http://dx.doi.org/10.1016/j.tibtech.2015.09.001 (2015).

Hu, J. et al. Advances in paper-based point-of-care diagnostics. Biosensors and Bioelectronics 54, 585-597, http://dx.doi.
0rg/10.1016/j.bios.2013.10.075 (2014).

SCIENTIFICREPORTS | 6:29057 | DOI: 10.1038/srep29057 10



www.nature.com/scientificreports/

Acknowledgements

The authors would like to thank the Flexible Electronics and Display Center at ASU for manufacturing the flexible
OLED display prototypes. We also thank Dr. Gypsyamber D’Souza for providing serum samples for these studies.
This study was funded by a seed grant from Arizona State University Office of Knowledge and Development
(B.AK,,].TS,].B.C.,, and K.S.A.), the NCI Early Detection Research Network U01 CA117374 (K.S.A.), and in part
under Cooperative Agreement W911NG-04-2-005.

Author Contributions

B.AK,].TS., ]J.B.C. and K.S.A. conceptualized the work. B.A.K. and ].T.S. carried out the device fabrication and
characterization of the OLEDs, OPDs, design and optimization of immunoassay. U.O. contributed to device
optimization. S.K. expressed and purified the recombinant proteins. Y.L, B.O. and K.K. contributed to OLED
fabrication. All authors discussed the results and commented on the manuscript.

Additional Information
Competing financial interests: K.S.A. serves as a consultant and member of the scientific board of advisors for
ProvistaDx.

How to cite this article: Katchman, B. A. et al. Application of flat panel OLED display technology for the point-
of-care detection of circulating cancer biomarkers. Sci. Rep. 6,29057; doi: 10.1038/srep29057 (2016).

This work is licensed under a Creative Commons Attribution 4.0 International License. The images

S or other third party material in this article are included in the article’s Creative Commons license,
unless indicated otherwise in the credit line; if the material is not included under the Creative Commons license,
users will need to obtain permission from the license holder to reproduce the material. To view a copy of this
license, visit http://creativecommons.org/licenses/by/4.0/

SCIENTIFICREPORTS | 6:29057 | DOI: 10.1038/srep29057 11


http://creativecommons.org/licenses/by/4.0/

	Application of flat panel OLED display technology for the point-of-care detection of circulating cancer biomarkers

	Results

	Adaptation of commercial OLED flat panel display technology for fluorescent-based biorecognition. 
	High Intensity Green OLED Display Development. 
	Preliminary demonstration of fluorescent programmable immunoassay sensitivity and LLOD. 
	Demonstration of fluorescent immunoassay for the detection of serum HPV16 E7 antibodies. 
	Multiplexed detection of serum HPV16 E2, E6, and E7 antibodies. 

	Discussion

	Methods

	Serum samples. 
	HPV antibody detection in blood sample by RAPID ELISA. 
	Expression and purification of HPV16 E2, E6, and E7. 
	Fluorescent detection of human serum IgG using a point-of-care configuration. 
	Statistical considerations. 
	OLED fabrication, characterization, and operation. 

	Acknowledgements
	Author Contributions
	﻿Figure 1﻿﻿.﻿﻿ ﻿ (a) A cross-section of the phosphorescent green OLED device structure in our display.
	﻿Figure 2﻿﻿.﻿﻿ ﻿ ASU Flexible green OLED test structures on 6″ plastic substrate manufactured using temporary bond/de-bond process on rigid substrate.
	﻿Figure 3﻿﻿.﻿﻿ ﻿ ELISA assay results for the detection of whole human IgG by fluorescent biorecognition.
	﻿Figure 4﻿﻿.﻿﻿ ﻿ Detection of HPV antibodies in human sera.
	﻿Figure 5﻿﻿.﻿﻿ ﻿ Multiplexed detection of human IgG in patient sera.
	﻿Figure 6﻿﻿.﻿﻿ ﻿ Comparison of OLED POC assay to Rapid ELISA laboratory test for multiplexed detection of human IgG in patient sera.



 
    
       
          application/pdf
          
             
                Application of flat panel OLED display technology for the point-of-care detection of circulating cancer biomarkers
            
         
          
             
                srep ,  (2016). doi:10.1038/srep29057
            
         
          
             
                Benjamin A. Katchman
                Joseph T. Smith
                Uwadiae Obahiagbon
                Sailaja Kesiraju
                Yong-Kyun Lee
                Barry O’Brien
                Korhan Kaftanoglu
                Jennifer Blain Christen
                Karen S. Anderson
            
         
          doi:10.1038/srep29057
          
             
                Nature Publishing Group
            
         
          
             
                © 2016 Nature Publishing Group
            
         
      
       
          
      
       
          © 2016 Macmillan Publishers Limited
          10.1038/srep29057
          2045-2322
          
          Nature Publishing Group
          
             
                permissions@nature.com
            
         
          
             
                http://dx.doi.org/10.1038/srep29057
            
         
      
       
          
          
          
             
                doi:10.1038/srep29057
            
         
          
             
                srep ,  (2016). doi:10.1038/srep29057
            
         
          
          
      
       
       
          True
      
   




