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Smartphone fluorescent imaging-based mobile biosensing system 
integrated with passive fluidic control cartridge for minimal user 
intervention and high accuracy 
Won-Il Leea, Younghyeon Parkd, Jaemin Parke, Sajal Shrivastavab, Young-Min Sona, Hak-Jong Choif, 
Jaelin Leed, Byeungwoo Jeond, Heon Lee*e and Nae-Eung Lee*abc

A key challenge for realizing mobile device-based on-the-spot environmental biodetection is that a biosensor integrated 
with fluid handling sensor cartridge must have acceptable accuracy comparable to that of conventional standard analytical 
methods. Furthermore, the user interface must be easy to operate, technologically plausible, and concise. Herein, we 
introduce an advanced smartphone imaging-based fluorescent microscope designed for Hg2+ monitoring by utilizing a 
biosensor cartridge that reduces user intervention via a time-sequenced passive fluid handling. The cartridge also employs 
a metal-nanostructured plastic substrate for complementing the fluorescent signal output, helping to realize a high-accuracy 
detection in which a ratiometric dual-wavelength detection method is applied. Using 30 samples of Hg2+-spiked wastewater, 
we have shown that our device, which has a detection limit of ~1 pM, can perform analytical assays accurately. The detection 
results from our method were in good linearity and agreement with those of conventional standard methods. We conclude 
that the integration of a simple-to-use biosensor cartridge, fluorescence signal enhancing substrate, dual-wavelength 
detection, and quantitative image data processing on a smartphone has great potential to make any population accessible 
to small molecule detection, which has been performed in centralized laboratories for environmental monitoring. 

Introduction
With the continuing progress in the state-of-the-art technology of smartphones, a number of researchers have utilized the high-
quality camera, mobile computing, connectivity and compactness of the device to build biosensors having optical, easily accessible 
spatiotemporal data, and portable features1-9 for fulfilling diagnostic point-of-care testing (POCT) or on-the-spot environmental 
detection. A key challenge on POCT or on-the-spot environmental detection is that a biosensor integrated with a smartphone must 
have high sensitivity and specificity and a detection accuracy that is comparable to that of conventional standard analytical 
methods. Moreover, its user interface, when used on the spot, must be easy to operate, technologically plausible, and concise. 

In view of the abovementioned requirements, many biosensing platforms including microfluidic paper-based analytical devices 
or lateral flow assays considering passive fluid manipulations such as fluid velocity control10-12 and controlled fluid flow with valve13-

15 or hand actuation16, 17 have been mainly investigated for user convenience and minimal intervention. However, information on 
their diagnostic performance compared to standard methods is still lacking. On the other hand, there have been some reports on 
user-convenient devices based on lab-on-a-chip platforms with field-acceptable sensitivity, specificity, and detection accuracy for 
infectious sexually transmitted diseases18 and human semen19 diagnosis, respectively. However, with respect to detection 
mechanisms applied to both works (colorimetric immunoassay and cell counting), it is difficult to handle the detection of heavy 
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metal ions as contaminants in water in addition to small molecules, which require alternative schemes for biosensors to obtain a 
high detection accuracy by satisfying environmental diagnosis at low cut-off values in the field.

Recently, smartphone fluorescent microscopy has been a preferred signal readout tool because of its advantages such as nano-
to-micro-scaled resolution, low limit of detection (LOD), and multiplexing capability on visible bands4, 20-23. Additionally, detection 
accuracy can be enhanced by utilizing a dual-wavelength “seesawed” fluorescence detection scheme using aptamer probes24, 25. 
Even though fluorescent detection strategies are suitable for highly sensitive and accurate detection, the question of whether the 
technology in the laboratory can be translated into the real world remains unsolved due to multiple user interventions from target 
sample loading to resulting data output26. In detail, laboratory-based technologies mostly include serial pipetting for removing and 
washing target molecules and unbound reagents to suppress background noise in the interest of high signal-to-noise ratio (SNR), 
which is overly dependent upon an individual’s skill and considerably far from an ideal POCT or on-the-spot detection devices.

In order to overcome such challenges, we introduce a new biosensor cartridge platform for the control of biochemical detection 
with passive regulation of reaction incubation time. This biosensor cartridge provides tunability in controlling the incubation time 
of target-probe reactions by modifying the dimension of the key part as well as the immediate, sequential, and passive sample 
removal and washing as a way of minimizing user intervention. Hence, integrating this cartridge with a smartphone fluorescent 
microscope (SFM), which utilizes an imaging-based dual-wavelength “seesawed” ratiometric detection for improvement of 
detection accuracy by minimizing false signals (similar to the concept introduced in our previous work24, can provide notable 
improvements in user interface and detection accuracy comparable to those of conventional methods. The significance of this 
work is present at Table 1.

Here, we focus on the advancement of smartphone fluorescent microscopy in terms of easy operation and field-acceptable 
performance by demonstrating the dual-wavelength fluorescence quantitative detection of mercury ion (Hg2+) with thymine (T)-
mismatched deoxyribonucleic acid (DNA) probes6, 27, 28 on an integrated biosensor cartridge. We developed the biosensor cartridge 
composed of low-cost materials such as water-soluble double-sided tape, cotton linter absorption pad, and polyolefin film. 
Because the cartridge was designed to be adherable to arbitrary substrates, we utilized a nanometalized plastic substrate to obtain 
a larger dynamic range and LOD resulting from an enhanced SNR due to an increase in fluorescence intensity by a combination of 
metal-enhanced fluorescence (MEF) and surface plasmon. For the quantitative processing of fluorescence image data, a custom-
built smartphone add-on type epifluorescence microscope was prototyped as a fluorescent image reader and an android 
smartphone app, which allows fluorescent images taken from the sample-reacted biosensor cartridge to be processed and reports 
detection results set upon a pre-embedded calibration curve, was created. In accordance with the confirmation of low LOD (1 pM) 
below the maximum contaminant level of mercury ion regulated for drinking water (~10 nM, 2 ppb by US EPA29, 6 ppb by the 
World Health Organization30) from our device, we conducted analytical assay tests with spiked samples using wastewater and 
compared the accuracy of the test to the results obtained from a field standard method of atomic absorption spectrometry. 
Detection results from our method and those of laboratory-based conventional method were in good agreement, with the area 
under the receiver operating characteristic (ROC) curve (AUC) of our device (0.983) comparable to that of the conventional method 
(1.0).

Table 1 Significance of this work in comparison with the recently published reports of smartphone-based heavy metal sensors in aspect of 
user-convenience and accuracy

Detection target Test method User-convenience Quantitative accuracy with low cut-off value Ref.
Ni(Ⅱ), Cu(Ⅱ), Cd(Ⅱ) 
and Cr(Ⅳ)

Colorimetric Medium N.A. 31

Hg(Ⅱ) Colorimetric Medium N.A. 6
Cr(Ⅲ) Colorimetric Low N.A. 32

Hg(Ⅱ)
Fluorescence/ 
Colorimetric

High N.A. 33

Hg(Ⅱ) Fluorescence High AUC : 0.983 This work

Experimental section
Reagents and chemicals
Hg2+ DNA probe (P1, 5-Amino modifier-C12-CTTCTTTCTT-3), Hg2+ DNA pair probe (P2, 5-Biotin-TTGTTTGTTG-3), and 
complementary DNA (5-AAGAAAGAAG-3) were purchased (Integrated DNA Technologies). P1 and complementary sequence 
were mixed in equimolar concentration of 100 μM and annealed to hybridize in 1× phosphate-buffered saline (PBS) buffer. P2 was 
incubated with Qdot 655 streptavidin conjugate (ThermoFisher) with a concentration ratio of 5:1 for 1 h in 50 mM borate buffer 
with 1% bovine serum albumin purchased from Sigma Aldrich, and the conjugates were purified with a spin-column 
chromatography (MICROSPIN G-50 COLUMNS, GE Healthcare). Standard mercury (1000 mg/L), PbCl2, ZnCl2, CuCl2, MgCl2, FeCl3, 
PdCl2, and HAuCl4 were purchased from Sigma-Aldrich.
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Fabrication of nano-metalized array on plastic substrate and biosensor cartridge
A Si master stamp containing a square array of nanohole pattern with various pitches and diameters was prepared using a 
conventional photolithography and reactive ion etching process. Prior to hot embossing process, the surface of the Si master stamp 
was coated with a self-assembled monolayer using heptadecafluoro-1,1,2,2-tetra-hydrodecyltrichlorosilane (HDFS) to reduce the 
surface energy of the Si master stamp and facilitate the subsequent detachment of the Si master stamp. To fluorinate the surface 
of the Si master stamp using HDFS solution, the Si master stamp was cleaned by ethanol and acetone and was exposed UV-O3 

treatment for 10 min. Then, the Si master stamp was dipped into an HDFS-based solution diluted with hexane at 1:1000 volume 
ratio. Next, the Si master stamp was rinsed with hexane and deionized water alternately and was dried with N2 gas. Then, a square 
array of nanopillars was fabricated on a polycarbonate substrate using a hot embossing process. The Si master stamp was 
contacted on the cleaned bare polycarbonate substrate and loaded into the hot embossing system. The embossing system is 
composed of a heating plate and a pressurizing chamber. The hot embossing process was performed under pressure in low 
vacuum. The Si master stamp is put into conformal contact with the bare polycarbonate substrate and then heated between the 
glass transition temperature (Tg) and melting temperature of approximately 130 °C for 20 min to increase the viscosity of the 
polycarbonate substrate. Subsequently, a pressure of 10 bar was applied uniformly between them to transform the polycarbonate 
substrate. The polycarbonate substrate that was heated above the Tg and was viscous can be used to fill the square nanohole array 
pattern of the Si master stamp using an applied pressure and capillary force. After the polycarbonate substrate was transformed 
to match the surface of the Si master stamp, the embossing system was cooled to room temperature. Finally, the Si master stamp 
was physically detached from the polycarbonate substrate with a nanopillar array. As a result, the square nanopillar array was 
successfully fabricated onto the polycarbonate substrate with high fidelity, and the size of the patterned area was 1 × 1 cm2. Then, 
a 100 nm thick silver thin film with 5 nm thick Cr as an adhesion layer was deposited by using an e-beam evaporation system 
followed by deposition of 30 nm thick Al2O3 layer as a spacer in the atomic layer deposition system.
The following materials were used for the cartridge: CF7 absorption pad (Whatman), water-soluble double-sided tape (SUNfabric, 
South Korea), water-insoluble organic film composed of polyolefins and paraffin waxes (Bemis Company). The precise cutting for 
apertures of the cartridge was carried out with a laser cutter (Universal Laser Systems). The cartridge was adhesively bonded on 
the fabricated nanometalized polycarbonate substrate, where fluorescent dye intercalated P2-cDNA duplex is immobilized in the 
center via amination with 3% (3-aminopropyl) triethoxysilane (Alfa Aesar) in ethanol for 30 min, formation of aldehyde groups 
with 2.5% glutaraldehyde (Polyscience) in pH 7.4 PBS buffer for 30 min, and microspotting using a 0.2 mm diameter pin (Xact II 
microarrayer, Labnext).

Hardware and software of SFM 
The housing of SFM including the microscope body and inserting stage was manufactured using a 3D printer (CUBICON Style, 
CUBICON, South Korea). Objective lens of 10×, RMS thread adapter for objectives, and 12× eyepiece were purchased from Edmund 
Optics. Bandpass filters of 650/13 nm, 520/5 nm, and 447/60 nm were purchased from Semrock. Dovetail translation stage, 
USAF1951 wheel pattern positive, dichroic mirror with 490 nm cutoff, silver mirror, 462 nm multi-mode laser diode with its 
collimation package and electrostatic discharge protection, microscope stage micrometer, and circle tophat diffuser were 
purchased from Thorlabs. The laser beam was powered by a portable power bank with USB 5 V output and capacity of 5000 mAh 
(Mi power bank, Xiaomi). The application software was developed to provide functionalities of image capture, processing, and 
result display. The image capture part was implemented by a camera application programming interface in the android software 
development kit to control the setting values of the camera device. The captured images were the raw sensor data, which are 
obtained by the image signal processor (ISP) operation in the smartphone. In the camera setting, the auto exposure was turned 
off to obtain the linearly increasing and decreasing value of image from the changing of fluorescence intensity of sample. The 
shutter speed and ISO values were fixed as 1/45 s and 250, respectively, to avoid under and over saturation of the image. After 
obtaining raw data, the image was cropped from 5238 × 3000 pixels to 2048 × 2048 pixels to minimize the space/computational 
complexity in the process of image processing. The proposed image processing, such as demosaicking, grayscale conversion, region 
of interest (ROI) search, and measurement were implemented on the smartphone (see ESI†) and it was designed so that the result 
is finally displayed on the screen. The process of searching and registering the intensity value in the ROI was empirically determined 
from the captured fluorescent image of samples with different Hg2+ concentrations.

Analytical assay with Hg2+ spiked wastewater samples
We collected the wastewater sample from the water treatment plant of Sungkyunkan University. For spiking different 
concentrations of Hg2+, 10 aliquots were made and the measurement was repeated three times with SFM and cold vapor atomic 
absorption spectrometry (CVAAS) for the same spiked samples. For the assay of SFM, 100 μL spiked sample was taken to the 
biosensor cartridge and readout data were obtained and decided when the result is displayed to “take” in app operation. 
Meanwhile, the same samples measured by SFM were taken for quantifying detection with CVAAS instrument (Tekran Model 
2600, Tekran, Canada) on the same day. MedCalc statistical software was used to carry out Passing–Bablok34, Bland–Altman35, and 
ROC curve analysis with measured data from two different methods.
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Results and discussion
Smartphone imaging-based user-convenient fluorescent sensing platform
We developed an optical biosensing platform in the shape of a reader with a chip insertion slit consisting of an SFM and an 
insertable biosensor cartridge, as depicted in Fig. 1. To demonstrate this platform with Hg2+, we employed T–T-mismatched DNA 
probes as capture molecule for Hg2+. Hg2+ DNA probe (P1) hybridized with complementary DNA and fluorescent-dye intercalated 
is immobilized on a nanometalized substrate at the center of the biosensor cartridge in the form of a microspot. When the Hg2+ 
target sample with reagent solution, which is composed of Hg2+ DNA probe pair (P2) conjugated quantum dot (QD), is placed in 
the center pod of the cartridge, the incubation for target reaction begins (Fig. 1a). After sample purging driven by capillary force 
without user intervention followed by completion of incubation, P1 complex is dehybridized by releasing complementary DNA and 
intercalating fluorescent dye; then, it forms a new complex with P2-conjugated QD according to Hg2+ bridging between Ts from P1 
and P2 (Fig. 1b). The residual reagent is washed with drips of washing buffer, which flow toward the outer circumference in the 
pod where absorption is performed passively, and finally yielding a dual-wavelength fluorescent detection introduced as an 
enhancement tool for detection accuracy24, 25 (Fig. 1c). 
Eventually, the cartridge, which completed the reaction and washing steps, is inserted into a slit on the stage of Samsung Galaxy 
S6 mountable fluorescent microscope for fluorescent image acquisition at two channels of green (520 nm) and red (655 nm), and 
these images are analyzed in an android app algorithm for quantification and user readout (Fig. 1d). 
As the cartridge provides the simplicity in design to user which can reduce the user interventions in various biosensing strategies 
and facilitate user-convenient operation while securing the detection accuracy, this work is distinguished from our previous 
works24, 25 based on manual procedures requiring skilful techniques. Improvement of user-convenience with comparable detection 
accuracy to the standard method which can enable non-experts to use easily is the key challenge for smartphone-based POCT 
devices to be spread in the field. 

Metal-enhanced fluorescence on nanometalized plastic substrate
In order to utilize the smartphone camera as an accurate fluorescent biosensor reader, it is important to obtain abundant and 
consistent transduction signals in accordance with the target concentration reacted on the biosensor. Enhancement of fluorescent 
signal is a good option to meet the conditions and solve the problem that a smartphone camera has a low SNR in low-lighting setup 
similar to fluorescent imaging because of its small-sized image sensor. Because we have chosen fluorophores of Sybr Green I (SGI) 
and QD, which have two orders of magnitude difference in their extinction coefficients, i.e., E495 = 75,000 M-1∙cm-1 36 and E488 = 
2,900,000 M-1∙cm-1, respectively, it was required to make up the fluorescent intensity level from the image at the green channel 
to obtain a dynamic range as broad as that from the image at the red channel, which has a highly bright emission from QD, by 
enhancing the emission of SGI-intercalated DNA probe. As shown in Fig. S1†, the nanometalized substrates made by the hot 
embossing technique and thin film deposition were optimized for maximum MEF by varying the diameter (D) and period (P) of 
nanopillar pattern on the polycarbonate substrate. Geometric data of the substrate with a pattern of D = 300 nm, P = 500 nm, and 
approximately 87 nm of height were observed by field-emission scanning electron microscopy (FESEM) (Fig. 2a) and atomic force 
microscopy (AFM) (Fig. 2b) for two-dimensional and three-dimensional views, respectively. The substrate with this pattern had 
the highest fluorescent enhancement of SGI-intercalated DNA probe among different patterns, exceeding by a factor of 
approximately 9 compared to the intensity of the control substrate that has only a metal thin film without nanopattern (Fig. 2c) 
but still shows a huge enhancement (14.5 times) by itself compared to that of a normal glass substrate 24. The difference in 
enhancement can be determined not only by the number of fluorophores and surface plasmon resonance per unit area (D = 300 
nm vs. D = 400 nm) but also by the high efficiency of MEF with surface plasmon coupling. The overlap of excitation band of SGI (λex 
= 497) with the absorbance spectra of each substrate (Fig. 2d) predicts a similar trend with respect to SP coupling and fluorescence 
enhancement 37, 38. On the condition that the nanopattern array with different geometric variations can affect the shift of SP 
coupling band, a near-field enhancement of light source (blue bar shown in the inset of Fig. 2d) can increase the excitation of SGI 
molecules and the emission is enhanced due to the increase in the quantum yield of radiative and non-radiative transitions 
according to the significant role of surface plasmon coupling in MEF 39.

Novel biosensor cartridge with passive regulation of reaction incubation time
We created a biosensor cartridge that can be fabricated simply and operated with concise procedure without complicated 
intervention by user while producing stable results by combining the advantages of the paper-based device, which has passive 
regulation, to those of lab-on-a-chip device, which has volume controllability. The cartridge is made of low-cost materials such as 
water-soluble double-sided tape, absorbent pad, and water-insoluble organic film layer as shown in Fig. 3a. For operation, 100 μL 
of target sample mixture is dropped in the center pod of the cartridge and it starts to disintegrate into a time barrier, which is a 
water-soluble double-sided tape (Fig. 3b), until the disintegration by the sample solution reaches the absorbent pad across the 
junction of the water-insoluble layer and water-soluble tape. Once the sample solution comes in contact with the absorbent pad, 
immediately, it is purged by a passively driven capillary force of the pad as shown in Fig. 3c. The actual operation of the cartridge 
over time is presented as a time-series pictures in Fig. 3d and a video in Movie S1†. After purging, a simple washing step is also 
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provided as shown in Movie S2†. Notably, the cartridge can be placed on an arbitrary substrate after peeling off the protection 
film of the tape and the time for sample confinement in the center pod can be controlled. This is because the water-soluble double-
sided tape, as the key material in our design, is attached to the bottom of the center-holed absorbent pad, which is sandwiched 
by the upper water-insoluble layer and cut in the center leaving annulus of the junction of two layers from the pad. When the 
cartridge is integrated with the probe-spotted substrate, the confinement time of the sample becomes the incubation time for the 
target-probe reaction. Fig. 3e shows that the incubation time of the cartridge can be controlled by manipulating the annulus area 
of the junction from the pad. It is important for the realization of a simple POC tool that this cartridge does only require one-way 
simple operations such as loading the sample and washing the surface. 

Hg2+ quantification on SFM integrated with biosensor cartridge
SFM was designed by considering an optical configuration allowing it to work as an epifluorescence microscope, which is the most 
common and powerful analytical tool for monitoring molecular reaction by using various fluorophores40, 41. Based on its 
straightforward concept, SFM was prototyped by using a 3D printer inexpensively, portably, and robustly (Fig. S2a†). As depicted 
in Fig. S2b†, the form factor was determined to maximize portability while the objective lens and the eyepiece were matched 
within the light path to obtain a high resolution (~2 μm) and wide field of view (~1.5 mm in diameter) (Fig. S3a and S3b†). For the 
fluorescent mode, when the mounted laser at the side of the body illuminates and excites fluorophores on the cartridge substrate 
inserted in the stage via dichroic mirror reflection, the generated fluorescence emission passes through the dichroic mirror, 
eyepiece, and emission filter and is then finally transmitted to the image sensor of the smartphone camera. This setting helped to 
precisely quantify the change of fluorescent intensity from restricted sensing area within a field of view by obtaining crisp and 
well-defined fluorescent image with low background noise due to high resolution and monochromatic excitation of laser. 
Fluorescent imaging was performed at two channels, as shown in Fig. 4a. During the reaction of the biosensor cartridge with 100 
nM Hg2+ solution, the fluorescent intensity at the probe-printed microspot in the green channel decreases according to the SGI 
release from dehybridized P1 compared to the control. On the contrary, the intensity in the red channel increases by forming the 
complex of P1–Hg2+–P2-conjugated QD. After acquiring fluorescent images in both channels with various target concentrations 
from 0 to 10 μM(Fig. S4†), we could plot standard curves at each wavelength by means of relative fluorescence (ΔF/F0) vs. 
concentration, which shows a wide dynamic range (from 1 pM to 1 μM) powered by the nanostructured MEF substrate as shown 
in Fig. 4b. A three-parameter logistic regression was applied for the nonlinear curve fitting resulting in y = 2.47 + 1.61 ln(x + 0.48) 
(R2 = 0.9965) and y = 0.854 − 0.047ln(x + 0.015) (R2 = 0.9909) at the red and green channels, respectively. LOD was determined as 
1.14 pM at the red channel and 0.323 pM at the green channel by using the previously introduced method42, 43, where the LOD of 
a sensor is calculated as 3.3  baseline . Notably, the LOD values from both curves are significantly lower than the maximum × 𝜎 ⁄𝑠𝑙𝑜𝑝𝑒
contaminant level of Hg2+ (~10 nM, 2 ppb) established by EPA, so that we could conduct an analytical assay test. Along with the 
verification of sensitivity, selectivity was also confirmed with the tests that add diverse metal ions such as lead, zinc, copper, 
magnesium, iron, palladium, and gold evenly with the mixture, as illustrated in Fig. S5†.
We created an Android app that can take a fluorescent image at the green and red channels, process those images to obtain 
specific signals from the ROI, which is a fluorescing probe-printed microspot (circle dash line in Fig. 4a), and match up the processed 
signals of both channels to each curve registered as an algorithm into the app (Fig. 4b), which uses a simplified ISP operation such 
as demosaicking, grayscale conversion, ROI search, and measurement. Finally, it displays a detection result that contains the 
information of concentration readouts from each channel and coefficient of variation from the two readouts to decide whether to 
“take” or “discard” the detection result, where 5% of the coefficient of variation limit was set for the threshold of judgment (Fig. 
4c).

Analytical assay test of SFM in comparison to conventional method with Hg2+ spiked wastewater sample
We carried out an analytical assay of 10 different concentrations of Hg2+-spiked wastewater samples (n = 3, total 30 samples), 
which were collected from the wastewater treatment plant in our university, to evaluate whether the analytical performance of 
SFM can be on par with conventional standard method, i.e., CVAAS. Table S1† presents the statistical analytical assay data from 
both methods verifying the recovery rate and relative standard deviation (RSD) of three measurements at each concentration. We 
confirmed that CVAAS as a standard method flawlessly performed 100% recovery rate in 7 out of 9 samples and RSD below 7%; 
meanwhile, our SFM showed a recovery rate ranging from 87% to 121% and RSD below 15%. However, a close agreement between 
the two methods was observed with the next two analyses. In the Passing–Bablok analysis illustrated in Fig. 5a, the results showed 
an intercept A value of −0.0977 as systematic differences with a 95% confidence interval of −0.6577 to 0.3471 and a slope B value 
of 1.064 as proportional differences with a 95% confidence interval of 0.9602 to 1.1873. The cumulative sums test for linearity44 
indicated no significant deviation from linearity with P = 0.53. The Bland–Altman analysis in the format of plot differences as 
percentage shown in Fig. 5b showed a mean difference of 3.5% and the measurements lie within the limit of agreement, which is 
defined as the mean difference plus or minus 1.96 times the standard deviation of the differences when comparing SFM to CVAAS. 
We evaluated the detection accuracy of our SFM with the Hg2+ concentration threshold of 10 nM, comparing against CVAAS. The 
sensitivity and specificity of SFM from the assays were 80% and 91.7%, respectively. On the other hand, CVAAS showed a 93.3% 
of sensitivity and 100% of specificity as shown in Fig. 5a and 5b, respectively. The observed AUC was 1.0 for CVAAS and 0.983 for 
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SFM (Fig. 5c), which indicates that our SFM was able to accurately detect Hg2+ spikes in wastewater samples based on maximum 
contaminant level of EPA guideline. These results suggest high comparability of SFM to CVAAS.

Conclusions
In this work, we introduced an SFM for Hg2+ sensing with notable advancement in terms of easy operation and field-acceptable 
performance as a POCT tool. For easy operation of the sensing implement, we built a novel biosensor cartridge, which provides 
not only tunability in controlling the incubation time for target-probe reaction but also an immediate, sequential and passive 
sample removal and washing. This was integrated onto a metal-nanostructured substrate, which can greatly enhance the 
fluorescent signal of green fluorophore by approximately 9 times compared to the planar substrate for making up the dynamic 
range at the green channel as broad as the red channel and reach an LOD of as low as 1 pM at both channels. An android app-
driven SFM imaging-based dual-wavelength ratiometric detection was utilized to improve the detection accuracy so that the 
analytical assay can be conducted. From the statistical analysis, the detection results of SFM have an excellent linearity and were 
in close agreement with those of CVAAS. Moreover, the results showed a high accuracy (AUC = 0.983), which is comparable to that 
of CVAAS (AUC = 1.0). By achieving easy operation and high accuracy for small molecule detection, our approach may be a 
breakthrough to address unmet demands for the commercialization of mobile fluorescent biosensors.
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Fig. 1 Schematic illustration of the work. (a) P1 that is hybridized with cDNA and intercalated by SGI is printed on nano-structured substrate and starts to interact with Hg2+ and P2-
conjugated QD during incubation in the center of the cartridge. (b) Passive sample purging occurs by the cartridge leaving reacted complex and unbound P2-conjugated QD. (c) 
Unbound reagent is washed by dripping washing buffer repeatedly. (d) After the process is completed, the cartridge is inserted to SFM for fluorescent image acquisition at red and 
green channel and then change of fluorescent intensity at each channel is analyzed, quantified and followed by display of detection result-out.  
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Fig. 2 Confirmation of nanopattern on polycarbonate substrate and its fluorescence enhancement response. (a) FESEM image of nanopillar array after deposition of 100 nm Ag and 
30 nm Al2O3 thin films in turn. (scale bar, 100 nm). (b) AFM image of expanded area (100 μm2) on the substrate. (c) The fluorescence enhancement (F/F0) response of nanopillar 
substrates with various D/P. Correspondingly, fluorescence images of microspot are presented below. (d) Comparison of the absorption spectra of substrates with different 
nanopatterns.
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Fig. 3 Schematics for working principle of the novel biosensor cartridge and operational checkout. Illustration for structural and material sketch of the cartridge (a), time limit 
incubation (b), and passive sample purging (c). (d) Photograph of actual operation over time. (e) Controllability of incubation time by manipulating dimension of the center aperture. 
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Fig. 4 Quantitative fluorescent imaging by SFM. (a) Example of fluorescent images acquired at red and green channel before and after reaction with 100 nM Hg2+ sample (scale bar, 
300 μm). (b) Standard curves at red and green channel plotted with triplicate data and 3PL non-linear regression fitting. (c) Photographs of operation steps of the android app. for 
Hg2+ detection running on SFM. After tapping “Chemical Processing”, user captures fluorescence image at red and green channel and then it displays detection result. 
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Fig. 5 Device evaluation of SFM compared to standard method, CVAAS. (a) Passing-Bablok analysis to compare Hg2+ concentration as measured by SFM and CVAAS. The center dashed 
line indicates the regression line, blue solid line represents the identity, and two dashed lines at the side indicate the confidence interval. (b) Bland-Altman analysis to compare the 
target detection results between SFM and CVAAS. The blue solid line represents the mean difference as percentage of the methods and two dashed lines indicate the 95% limit of 
agreements. The scattered plot shows how detection results are distributed in negative and positive groups below and above 10 nM for (c) SFM and (d) CVAAS. (e) Comparison of 
ROC curves for two methods.
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