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Abstract

:

Dengue virus (DENV) is a highly pathogenic, arthropod-borne virus transmitted between people by Aedes mosquitoes. Despite efforts to prevent global spread, the potential for DENV epidemics is increasing world-wide. Annually, 3.6 billion people are at risk of infection. With no licensed vaccine, early diagnosis of dengue infection is critical for clinical management and patient survival. Detection of DENV non-structural protein 1 (NS1) is a clinically accepted biomarker for the early detection of DENV infection. Unfortunately, virtually all of the laboratory and commercial DENV NS1 diagnostic methods require a blood draw for sample analysis, limiting point-of-care diagnostics and decreases patient willingness. Alternatively, NS1 in human saliva has been identified for the potential early diagnosis of DENV infection. The collection of saliva is simple, non-invasive, painless, and inexpensive, even by minimally trained personnel. In this study, we present a label-free chemiresistive immunosensor for the detection of the DENV NS1 protein utilizing a network of single-walled carbon nanotubes functionalized with anti-dengue NS1 monoclonal antibodies. NS1 was successfully detected in adulterated artificial human saliva over the range of clinically relevant concentrations with high sensitivity and selectivity. It has potential application in clinical diagnosis and the ease of collection allows for self-testing, even within the home.
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1. Introduction


Dengue virus (DENV) is an arthropod-borne flavivirus primarily transmitted by the mosquito vectors Aedes aegypti and Aedes albopictus [1]. Prior to World War II, the mosquito vectors, and therefore the virus, were mostly limited to tropic and sub-tropic regions. However, since the 1950s, increased air travel, global commerce, unplanned urbanization, and global warming have permitted the mosquito vectors to proliferate in previously unaffected regions [2]. Autochthonous infections have now been reported as far north as France, Japan, and the USA; indicating that DENV is a growing global threat [3,4,5].



Dengue fever, the most frequent result of a DENV infection, has the highest incident rate among humans of any of the arboviral diseases. It has recently been estimated that 390 million new infections occur annually [6] and 3.6 billion people are at risk of infection [7], with the highest rates of infection occurring among children who are 15 years of age or younger [8]. The clinical manifestations of dengue fever vary from asymptomatic to severe arthralgia and myalgia, with typical infections manifesting as a nonspecific febrile disease. In some cases, the infection causes severe dengue, which can result in failure of the circulatory system, the liver, and death if not adequately managed [9].



There are five antigenically distinct dengue viruses, DENV1-DENV5, with each capable of causing dengue fever and severe dengue [10]. There is no specific treatment for a DENV infection; however, early intervention with fluid replacement therapy can reduce mortality from 20% to below 1% [1]. Therefore, diagnosis of a dengue infection is critical for clinical management, especially when late or inadequate treatment can be lethal. Unfortunately, dengue and severe dengue have no pathognomonic clinical features and can manifest differently in adults and children, making a clinical diagnosis and differentiation of dengue or severe dengue by clinical features alone extremely difficult [9,11].



A number of diagnostic tests have been produced to aid in clinical diagnosis by detecting the virions, nucleic acids, serologic, or antigenic components of a DENV infection. Viral isolation by culture and nucleic acid detection with polymerase chain reaction-based techniques require a dedicated laboratory, expensive equipment, and highly trained personnel, which are impractical for routine clinical diagnostics [12]. Current commercially available rapid diagnostic tests (RDTs) are relatively inexpensive, easily accessible by untrained personnel, and they employ various technologies for serological or antigenic detection. Serologic RDTs detect the IgG and IgM antibodies produced during a DENV infection. Unfortunately, the developed IgG and IgM are not always highly specific to DENV, and serological assays are thus known to be cross-reactive against other flaviviruses [13,14]. Additionally, it can take up to 7 days post-infection for antibody concentrations to reach detectable limits [1,8], and the antibodies from any flavivirus infection stay in the blood for months, triggering future false positives [9,12]. Antigen-detecting RDTs typically use a lateral flow or ELISA-based methods for detection of the highly conserved DENV non-structural protein 1 (NS1). NS1 is a 46-kDa protein secreted by infected cells, has a clinical range from 0.04 to 2 µg/mL in human serum, and can be detected within the first 18 days of a primary infection [15]. NS1 is an ideal target for the early detection of a DENV infection, and high NS1 concentrations and/or a rapid decline of soluble NS1 may be an indicator of a severe DENV infection [16,17]. However, current commercially available lateral flow and ELISA-based RDTs do not quantify NS1 concentrations, and sensitivities under 50% have been reported during the first two days of illness, when serum NS1 concentrations are low [18,19]. Importantly, each of these diagnostic assays require blood to be drawn, ranging from capillary to venous collection, for viral diagnosis and laboratory confirmation using whole blood, serum, and/or plasma samples. Venous blood collection requires expertise and equipment typically found in a clinical setting but can be a limiting factor for in-home testing or for use by volunteers or workers with limited training. Additionally, the blood draw also exposes personnel to bloodborne pathogens and needle-stick injuries; and are sources of pain for both adults and children, leading to an unwillingness to agree to such procedures [20,21,22,23].



Alternatively, saliva collection is relatively non-invasive, painless, inexpensive, and simple to collect, even by minimally trained personnel. Whole saliva is produced by a continuous flow of water, mucins, and enzymes generated by salivary glands as well as serumnal components transported from the blood into saliva [24,25]. The relationship between NS1 concentrations in saliva and blood is not well understood; preliminary studies have identified NS1 detection in saliva as a diagnostic possibility and have shown that saliva NS1 concentrations correlate with DENV-RNA serum levels [26,27,28,29]. Andries et al. [29] reported that in a cohort of 267 patients aged 3–16, NS1 in saliva was detectable up to two weeks after the onset of fever. NS1 concentrations in saliva samples obtained by direct spitting were an average of 3.8 ng/mL and ranged between 0.5 ng/mL and 41.5 ng/mL; too low for reliable diagnosis with commercially available RDTs [18,19].



Electronic biosensors fabricated with single-walled carbon nanotube (SWNT) transducer elements make ideal detection tools when ultra-low protein concentrations are expected [30,31,32]. SWNTs have a high surface-to-volume ratio for functionalization with antibody bioreceptors (immunosensors) that enable selective and specific detection of target analytes. The 1D structure of the SWNT allows small perturbations of antibody-analyte binding events to be converted into a measurable electric signal, even at low analyte concentrations and without labelling. Additionally, these immunosensors are portable, rapid, and inexpensive diagnostic tools suitable for in-home and point-of-care use.



In this study, we report a chemiresistive immunosensor for the label-free detection and quantification of dengue NS1 in artificial saliva. Anti-dengue NS1 monoclonal antibodies were functionalized onto a dense network of self-assembled SWNT on lithographically patterned interdigitated gold microelectrodes. The immunosensor performance was assessed in phosphate buffer (PB) and artificial human saliva where it demonstrated quantification of DENV NS1 protein concentrations with high sensitivity and specificity.




2. Materials and Methods


2.1. Fabrication of SWNT Immunosensors


2.1.1. Microelectrode Fabrication


Photolithography and e-beam evaporation was used to form the microelectrodes by depositing a 20-nm Ti adhesion layer and a 180-nm Au gold contact layer onto the 300-nm SiO2 layer of a silicon wafer [33]. Each microelectrode has single sensor consisting of 10 pairs of 5 μm wide interdigitated fingers separated by a 3-μm gap. A chip has five independent microelectrodes with the sensors located in close proximity to one another, forming a sensing region. Each chip was bathed in 30% ammonium hydroxide (Fisher Scientific, Inc., Hampton, NH, USA, A669-212) for 30 min and rinsed with deionized water (DI). Next, the sensing region was covered by 3-aminopropyltriethoxysilane (APTES) (Acros Organics, Fair Lawn, NJ, USA, 99%) for 30 min followed by washing in DI. A 10 μL drop of 0.01 mg/mL of a 95% semiconductive SWNT suspension (Nanointegris Inc., Boisbriand, QC, Canada) was dropcasted onto the sensing region for 1 h followed by annealing for 1 h at 250 °C in an open-ended quartz tube resulting in a self-assembled network of SWNT. Annealed chips were stored under vacuum until use.




2.1.2. Preparation of Anti-Dengue Virus NS1 Glycoprotein Antibody and NS1 Glycoprotein


Micro Bio-Spin P-6 Gel Columns in 10 mM Tris–HCl buffer, pH 7.4 (732-6222, Bio-Rad, Hercules, CA, USA) were used to buffer exchange mouse monoclonal anti-dengue virus NS1 glycoprotein antibodies (ab138696, Abcam, Cambridge, UK) into 10 mM phosphate buffer, pH 7.2 (PB) according to the manufacturer’s instructions. After buffer exchange, antibody concentration was 240 μg/mL. Similarly, full-length dengue virus NS1 glycoprotein (ab64456, Abcam) was buffer exchanged into PB for a final concentration of 0.1 mg/mL.




2.1.3. Preparation of Adulterated PB and Artificial Human Saliva Samples


Artificial human saliva was prepared as previously described in Tilli et al. [32] with 0.6 g/L Na2HPO4, 0.6 g/L anhydrous CaCl2, 0.4 g/L KCl, 0.4 g/L NaCl, 4 g/L mucin, and 4 g/L urea dissolved in DI. The mixture was adjusted to pH 7.2 and then sterilized by autoclaving and kept at 4 °C until use. Buffer exchanged DENV NS1 protein was pipetted into an aliquot of artificial saliva and then serially diluted into other saliva aliquots. The NS1 adulterated artificial saliva samples were immediately clarified by centrifugation at 14,000 × g for 5 min at 4 °C. The supernatant was extracted and kept on ice for immediate analysis; the pellet was discarded. PB samples adulterated with NS1 were similarly prepared.




2.1.4. Functionalization of SWNT Networks with Anti-Dengue Virus NS1 Glycoprotein Antibody


Figure 1 shows a schematic of the functionalization of the SWNT networks with anti-NS1 antibody. In brief, the chips were placed in a chamber with humidity controlled by petri dish containing DI water. The SWNT networks are first incubated for 1 h with a mixture of 1-Pyrenebutyric acid (Sigma Aldrich, St. Louis, MO, USA) and 1-Pyrenebutyric acid N-hydroxysuccinimide ester (PBASE) (Sigma Aldrich, St. Louis, MO, USA) at a 3:1 molar ratio into 1 mL of dimethylformamide (DMF). This resulted in the pyrene moieties non-covalently attaching to the SWNT by π-π stacking while exposing the N-hydroxysuccinimide ester for covalent attachment with anti-NS1 antibody with an amide bond [34,35]. Chips were washed with DMF, followed by drying with N2 gas. Each of the following incubation steps were in the dark at 4 °C with similarly controlled humidity. The entire surface of the chip was covered by 2 mM 6-mercaptohexanol in DMF for 30 min followed by washing with DMF. Next, a 10 μL drop of buffer-exchanged antibody was pipetted onto the sensing region and incubated for 2 h, creating five independent immunosensors on a single chip. Finally, in order to block non-specific interactions with the SWNT or antibodies, the immunosensor was incubated with 0.1% Tween 20 in DI (BIO-RAD) for 1 h, gently washed with PB, and then 1% bovine serum albumin (BSA) for 1 h followed by gentle washing with PB.





2.2. Detection of the NS1 Protein


Measurements were performed in the dark with high humidity. The resistance of the five immunosensors per chip was individually measured at a fixed source-drain potential (VDS) of 0.1 V by a Keithley 2636 SourceMeter (Tektronix, Beaverton, OR, USA). As a control, two incubations with unadulterated PB or artificial saliva performed prior to sample analysis, immunosensors with ≥ ±5% change in normalized resistance were excluded. During incubation, the sensing region was covered by 10 μL of sample solution for 10 min. The sample solution consisted of unadulterated PB, unadulterated artificial saliva, PB adulterated with NS1 or BSA, or artificial saliva adulterated with NS1 or BSA. Unadulterated samples were used for blanks and control measurements, and adulterated samples were used for detection and control measurements. The incubation of a sample solution was immediately followed by gentle washing and a 20 μL drop of PB to cover the sensing region. To detect the newly bound analyte from sample incubation, the resistance was permitted to stabilize under the 20 μL drop of PB and a resistance measurement was taken. Sample concentration started at the lowest concentration and was increased step-wise with 10-fold increments. All measurements were made at room temperature (~22 °C). Following the highest NS1 concentration, another incubation and measurement using the blank solution was performed. The normalized resistance change of each immunosensor (Equation (1)), was calculated using the equation


[(R1 − R0) × 100/R0]



(1)




where, R1 is the stabilized resistance of the immunosensor in PB and R0 is the stabilized resistance measurement taken under the 20 μL drop of PB. The result is a percent resistance change that is normalized to the blank reading.





3. Results and Discussion


The calibration curve in Figure 2 was generated by averaging the normalized percent resistance change for each sample incubation. A positive control in which biosensors without an anti-NS1 antibody were challenged with increasing concentrations of NS1 in PB and a negative control in which devices with antibody were challenged with PB alone resulted in minimal average change of normalized resistance per incubation: −0.34 ± 0.05% and −0.36 ± 0.06%, respectively. When an immunosensor with anti-NS1 antibody was incubated with PB adulterated with BSA, the average normalized change in resistance was −0.24 ± 0.13% per incubation. The three controls were not significantly different from each other (n = 23, p > 0.05). The average response from the incubation of increasing concentrations of NS1 in PB from 0.1 ng/mL NS1 up to 10,000 ng/mL NS1 is presented. The 1 ng/mL of NS1 in PB was the lowest concentration of PB adulterated with NS1 that was significantly greater than the controls (n = 7, p < 0.01) and resulted in a −5.89 ± 1.6% decrease in resistance. The immunosensor calibration plot for NS1 in PB was linear between 1.0 ng/mL and 1000.0 ng/mL (y = −4.88x − 35.23, R2 = 0.99; n = 7) with a sensitivity (slope) of −4.88 ± 0.13% per log ng/mL. The increase in resistance to NS1 additions is likely due to the electron scattering/donation potential onto semiconducting p-type SWNT [33,36,37].



The mucus of uncentrifuged artificial human saliva left behind a visible residue on the sensor that was not easily removed even by perfuse washing with buffer. The residue caused the resistance of the immunosensor to remain relatively high, preventing NS1 detection. To eliminate the interference, the artificial saliva was centrifuged using established protocols [24,28,38]. Centrifuged saliva samples did not leave behind any visible residue and the immunosensor returned to a relatively lower resistance in which NS1 detection and quantification was possible.



As shown in Figure 3, the average response of the immunosensors exhibits a sigmoidal curve to increasing concentrations of NS1 in artificial human saliva. Similar to NS1 in PB, the lowest concentration of NS1 in artificial saliva to be significantly different from that of the controls was 1.0 ng/ml NS1, with −5.85 ± 1.67% change in resistance (n = 17, p < 0.05). At the highest NS1 concentration possible, 10,000 ng/mL in PB (not artificial saliva), the normalized resistance only changed by −1.15 ± 1.34% relative to the previous incubation giving an approximate upper limit of quantification of 1000 ng/mL NS1 in artificial saliva. Through the quantification range, the resistance decreased linearly (y = −4.52x − 33.1, R2 = 0.998; n = 17) as a function of the logarithm of NS1 concentration. The immunosensor had a sensitivity of −4.52 ± 0.13% per log ng/mL. A terminal unadulterated artificial saliva incubation resulted in a minimal 0.08 ± 1.3% average change in resistance across the same immunosensors, demonstrating that resistance changes were not a result of repeated challenges or the washing of the sensor. The immunosensors exhibited a minimal response to artificial saliva adulterated with BSA and unadulterated saliva, with a −0.14 ± 0.09% and 0.27 ± 0.05% average change in resistance per incubation, respectively. Additionally, when sensors without antibody were challenged with artificial saliva adulterated with increasing concentrations of NS1, the normalized sensor response was −0.52 ± 0.06% per incubation, which was not significantly different to the other controls at any concentration. (n = 5, p > 0.05) All three controls were not significantly different from each other, indicating that the functionalized immunosensor is highly selective and the resistance change is due to the capture of DENV NS1 by the anti-NS1 antibody (n = 18, p > 0.05).



The label-free immunosensor presented in this work detected DENV NS1 in concentrations as low as 1 ng/mL with only a 10 min incubation of adulterated artificial saliva. Radzol et al. [39] reported detection of NS1 in saliva using surface enhanced Raman spectroscopy (SERS) at concentrations as low as 10 ng/mL [28,40]. However, SERS requires expensive equipment and expertise not readily available in the point-of-use environment. On the other hand, Andries et al. [29] used saliva samples obtained by direct spitting and was able to detect NS1 in whole saliva down to 0.5 ng/mL using a relatively simple one-step ELISA. However, this required an incubation of 2 h, the collection of large sample volumes, and labeled antibodies. In a separate study, Anders et al. [41] tested oral swabs with the Bio-Rad NS1 Platelia ELISA, with a limit of detection of 11.94 ng/mL [42], to detect NS1 in 64.7% patients (n = 85) that tested plasma positive. Finally, in another study, Andries et al. [43] found that a “prototype immunochromatographic kit” developed by Standard Diagnostics for detection of NS1 in whole human saliva lacked sensitivity and specificity (33.9%, n = 59). Similar to the experiment presented here, the viscous mucin present in human saliva was reported to have interfered with NS1 detection and caused the “prototype immunochromatographic kit” to have a lower sensitivity [43]. Interference by mucin and other salivary components inherent to saliva are known problems for salivary diagnostic testing [44], prompting the exploration of methods to eliminate these compounds without the need for a centrifugation pre-treatment [45]. Furthermore, NS1 concentration in a saliva sample appears to be greatly affected by the collection technique, with direct spitting obtaining a higher concentration [29]. The complexity and production of saliva can be impacted by a number of factors during sample collection; thereby resulting in changes in the concentration of target biomarkers [46]. For example, the use of a cotton swab for saliva collection may have significantly interfered with collection of the DENV NS1 protein and resulted in a lower NS1 concentration in the analyzed saliva [47]. The challenges associated with the collection of saliva without effecting the concentration of the desired biomarker is currently being explored [48,49,50]. Clearly, more studies are needed to establish which saliva collection technique is most effective for NS1 detection.



High concentrations of NS1 in serum and possibly saliva may be an indicator of severe dengue [51,52]. While the association between NS1 concentration and severe dengue appears to correlate with circulating DENV serotypes, clinicians commonly rely on NS1 antigen testing of drawn blood samples for early detection of a DENV infection. Unfortunately, this method necessitates well-trained personnel, is risky and unattractive to patients, especially children, and NS1 concentrations may be too low during the earliest and later stages of infection for RDTs, often resulting in false negatives [53].




4. Conclusions


Unlike RDTs [52], the presented immunosensor is compatible with saliva collection, a non-invasive sampling technique that is much more likely to be accepted by patients and can be collected by untrained personnel. With a quantification range of ~1 ng/mL to 1000 ng/mL of NS1 in artificial human saliva, the proposed biosensor is capable of quantifying DENV NS1 in a clinically relevant salivary concentration range with a 10 min incubation of 10 μL of saliva. As such, the immunosensor will improve clinical utility and diagnostics in the point-of-care setting, especially when a blood draw is unavailable, and may distinguish dengue from severe dengue. The ease of collection and analysis permits self-testing by a potentially infected individual within their home.







Author Contributions


Conceptualization, A.M., D.W. and M.V.Y.; Methodology, D.W., A.M. and M.V.Y.; Formal Analysis, D.W.; Investigation, D.W.; Resources, A.M. and M.V.Y.; Writing-Original Draft Preparation, D.W.; Writing-Review & Editing, A.M. and D.W.; Visualization, D.W.; Supervision, A.M. and M.V.Y.; Funding Acquisition, A.M. and M.V.Y.




Funding


This research was supported by funding from the UCR AES (Agricultural Experiment Station), USDA Hatch Grant (CA-R-ENS-7772-H) and National Science Foundation (1606181).




Conflicts of Interest


The authors declare no conflict of interest.




References


	



Guzmán, M.G.; Harris, E. Dengue. Lancet 2015, 385, 453–465. [Google Scholar] [CrossRef]

	



Weaver, S.C.; Lecuit, M. Chikungunya virus and the global spread of a mosquito-borne disease. N. Engl. J. Med. 2015, 372, 1231–1239. [Google Scholar] [CrossRef] [PubMed]

	



Succo, T.; Leparc-Goffart, I.; Ferré, J.B.; Roiz, D.; Broche, B.; Maquart, M.; Noel, H.; Catelinois, O.; Entezam, F.; Caire, D.; et al. Autochthonous dengue outbreak in nimes, south of France, July to September 2015. Eurosurveill 2016, 21, 30240. [Google Scholar] [CrossRef] [PubMed]

	



Teets, F.D.; Ramgopal, M.N.; Sweeney, K.D.; Graham, A.S.; Michael, S.F.; Isern, S. Origin of the dengue virus outbreak in martin county, Florida, USA 2013. Virol. Rep. 2014, 1, 2–8. [Google Scholar] [CrossRef] [PubMed]

	



Kutsuna, S.; Kato, Y.; Moi, M.L.; Kotaki, A.; Ota, M.; Shinohara, K.; Kobayashi, T.; Yamamoto, K.; Fujiya, Y.; Mawatari, M.; et al. Autochthonous dengue fever, Tokyo, Japan, 2014. Emerg. Infect. Dis. 2015, 21, 517–520. [Google Scholar] [CrossRef] [PubMed]

	



Bhatt, S.; Gething, P.W.; Brady, O.J.; Messina, J.P.; Farlow, A.W.; Moyes, C.L.; Drake, J.M.; Brownstein, J.S.; Hoen, A.G.; Sankoh, O.; et al. The global distribution and burden of dengue. Nature 2013, 496, 504–507. [Google Scholar] [CrossRef] [PubMed][Green Version]

	



Simmons, C.P.; Farrar, J.J.; van Vinh Chau, N.; Wills, B. Dengue. N. Engl. J. Med. 2012, 366, 1423–1432. [Google Scholar] [CrossRef] [PubMed]

	



World Health Organization. Dengue: Guidelines for Diagnosis Treatment Prevention and Control: New Edition; World Health Organization: Geneva, Switzerland, 2009. [Google Scholar]

	



Shamala, D.S. Laboratory diagnosis of dengue: A review. Int. Med. J. Malays. 2015, 14, 17–28. [Google Scholar]

	



Mustafa, M.S.; Rasotgi, V.; Jain, S.; Gupta, V. Discovery of fifth serotype of dengue virus (DENV-5): A new public health dilemma in dengue control. Med. J. Armed Forces India 2015, 71, 67–70. [Google Scholar] [CrossRef] [PubMed][Green Version]

	



Souza, L.J.; Pessanha, L.B.; Mansur, L.C.; de Souza, L.A.; Ribeiro, M.B.; da Silveira, M.d.V.; Souto Filho, J.T. Comparison of clinical and laboratory characteristics between children and adults with dengue. Braz. J. Infect. Dis. 2013, 17, 27–31. [Google Scholar] [CrossRef] [PubMed]

	



Parkash, O.; Shueb, R.H. Diagnosis of dengue infection using conventional and biosensor based techniques. Viruses 2015, 7, 5410–5427. [Google Scholar] [CrossRef] [PubMed]

	



Hunsperger, E.A.; Yoksan, S.; Buchy, P.; Nguyen, V.C.; Sekaran, S.D.; Enria, D.A.; Vazquez, S.; Cartozian, E.; Pelegrino, J.L.; Artsob, H.; et al. Evaluation of commercially available diagnostic tests for the detection of dengue virus NS1 antigen and anti-dengue virus IgM antibody. PLoS Negl. Trop. Dis. 2014, 8, e3171. [Google Scholar] [CrossRef] [PubMed]

	



Priyamvada, L.; Quicke, K.M.; Hudson, W.H.; Onlamoon, N.; Sewatanon, J.; Edupuganti, S.; Pattanapanyasat, K.; Chokephaibulkit, K.; Mulligan, M.J.; Wilson, P.C.; et al. Human antibody responses after dengue virus infection are highly cross-reactive to zika virus. Proc. Natl. Acad. Sci. USA 2016, 113, 7852–7857. [Google Scholar] [CrossRef] [PubMed]

	



Winkler, G.; Maxwell, S.E.; Ruemmler, C.; Stollar, V. Newly synthesized dengue-2 virus nonstructural protein NS1 is a soluble protein but becomes partially hydrophobic and membrane-associated after dimerization. Virology 1989, 171, 302–305. [Google Scholar] [CrossRef]

	



Paranavitane, S.A.; Gomes, L.; Kamaladasa, A.; Adikari, T.N.; Wickramasinghe, N.; Jeewandara, C.; Shyamali, N.L.; Ogg, G.S.; Malavige, G.N. Dengue NS1 antigen as a marker of severe clinical disease. BMC Infect. Dis. 2014, 14, 570. [Google Scholar] [CrossRef] [PubMed]

	



Thomas, S.J. NS1: A corner piece in the dengue pathogenesis puzzle? Sci. Transl. Med. 2015, 7, 304fs337. [Google Scholar] [CrossRef] [PubMed]

	



Blacksell, S.D.; Jarman, R.G.; Gibbons, R.V.; Tanganuchitcharnchai, A.; Mammen, M.P., Jr.; Nisalak, A.; Kalayanarooj, S.; Bailey, M.S.; Premaratna, R.; de Silva, H.J.; et al. Comparison of seven commercial antigen and antibody enzyme-linked immunosorbent assays for detection of acute dengue infection. Clin. Vaccine Immunol. 2012, 19, 804–810. [Google Scholar] [CrossRef] [PubMed]

	



Shu, P.-Y.; Yang, C.-F.; Kao, J.-F.; Su, C.-L.; Chang, S.-F.; Lin, C.-C.; Yang, W.-C.; Shih, H.; Yang, S.-Y.; Wu, P.-F.; et al. Application of the dengue virus NS1 antigen rapid test for on-site detection of imported dengue cases at airports. Clin. Vaccine Immunol. 2009, 16, 589–591. [Google Scholar] [CrossRef] [PubMed]

	



Tarigan, L.H.; Cifuentes, M.; Quinn, M.; Kriebel, D. Prevention of needle-stick injuries in healthcare facilities: A meta-analysis. Infect. Control Hosp. Epidemiol. 2015, 36, 823–829. [Google Scholar] [CrossRef] [PubMed]

	



Inal, S.; Kelleci, M. Distracting children during blood draw: Looking through distraction cards is effective in pain relief of children during blood draw. Int. J. Nurs. Pract. 2012, 18, 210–219. [Google Scholar] [CrossRef] [PubMed]

	



Rahim, F. Acquired dengue virus infection by needlestick injury: A case report. Case Study Case Rep. 2017, 7, 22–24. [Google Scholar]

	



Lee, C.; Jang, E.J.; Kwon, D.; Choi, H.; Park, J.W.; Bae, G.-R. Laboratory-acquired dengue virus infection by needlestick injury: A case report, South Korea, 2014. Ann. Occup. Environ. Med. 2016, 28, 16. [Google Scholar] [CrossRef] [PubMed]

	



Khanna, P.; Walt, D.R. Salivary diagnostics using a portable point-of-service platform: A review. Clin. Ther. 2015, 37, 498–504. [Google Scholar] [CrossRef] [PubMed]

	



Dawes, C.; Pedersen, A.M.; Villa, A.; Ekstrom, J.; Proctor, G.B.; Vissink, A.; Aframian, D.; McGowan, R.; Aliko, A.; Narayana, N.; et al. The functions of human saliva: A review sponsored by the world workshop on oral medicine VI. Arch. Oral Biol. 2015, 60, 863–874. [Google Scholar] [CrossRef] [PubMed]

	



Korhonen, E.M.; Huhtamo, E.; Virtala, A.-M.; Kantele, A.; Vapalahti, O. Approach to non-invasive sampling in dengue diagnostics: Exploring virus and NS1 antigen detection in saliva and urine of travelers with dengue. J. Clin. Virol. 2014, 61, 353–358. [Google Scholar] [CrossRef] [PubMed]

	



Radzol, A.R.M.; Lee, K.Y.; Mansor, W. Classification of salivary based NS1 from Raman spectroscopy with support vector machine. In Proceedings of the 2014 36th Annual International Conference of the IEEE Engineering in Medicine and Biology Society, Chicago, IL, USA, 26–30 August 2014; pp. 1835–1838. [Google Scholar]

	



Radzol, A.R.M.; Lee, K.Y.; Mansor, W. Nonstructural protein 1 characteristic peak from NS1-saliva mixture with surface-enhanced Raman spectroscopy. In Proceedings of the 2013 35th Annual International Conference of the IEEE Engineering in Medicine and Biology Society (EMBC), Osaka, Japan, 3–7 July 2013; pp. 2396–2399. [Google Scholar]

	



Andries, A.-C.; Duong, V.; Ly, S.; Cappelle, J.; Kim, K.S.; Lorn Try, P.; Ros, S.; Ong, S.; Huy, R.; Horwood, P.; et al. Value of routine dengue diagnostic tests in urine and saliva specimens. PLoS Negl. Trop. Dis. 2015, 9, e0004100. [Google Scholar] [CrossRef] [PubMed][Green Version]

	



Tan, F.; Saucedo, N.M.; Ramnani, P.; Mulchandani, A. Label-free electrical immunosensor for highly sensitive and specific detection of microcystin-LR in water samples. Environ. Sci. Technol. 2015, 49, 9256–9263. [Google Scholar] [CrossRef] [PubMed]

	



Tlili, C.; Myung, N.V.; Shetty, V.; Mulchandani, A. Label-free, chemiresistor immunosensor for stress biomarker cortisol in saliva. Biosens. Bioelectron. 2011, 26, 4382–4386. [Google Scholar] [CrossRef] [PubMed]

	



Tlili, C.; Cella, L.N.; Myung, N.V.; Shetty, V.; Mulchandani, A. Single-walled carbon nanotube chemoresistive label-free immunosensor for salivary stress biomarkers. Analyst 2010, 135, 2637–2642. [Google Scholar] [CrossRef] [PubMed]

	



Ramnani, P.; Gao, Y.; Ozsoz, M.; Mulchandani, A. Electronic detection of microrna at attomolar level with high specificity. Anal. Chem. 2013, 85, 8061–8064. [Google Scholar] [CrossRef] [PubMed]

	



Stefansson, S.; Kwon, H.H.; Ahn, S.N. Targeting antibodies to carbon nanotube field effect transistors by pyrene hydrazide modification of heavy chain carbohydrates. J. Nanotechnol. 2012, 2012, 490175. [Google Scholar] [CrossRef]

	



Kim, J.P.; Lee, B.Y.; Lee, J.; Hong, S.; Sim, S.J. Enhancement of sensitivity and specificity by surface modification of carbon nanotubes in diagnosis of prostate cancer based on carbon nanotube field effect transistors. Biosens. Bioelectron. 2009, 24, 3372–3378. [Google Scholar] [CrossRef] [PubMed]

	



Gruner, G. Carbon nanotube transistors for biosensing applications. Anal. Bioanal. Chem. 2006, 384, 322–335. [Google Scholar] [CrossRef] [PubMed]

	



Wasik, D.; Mulchandani, A.; Yates, M.V. A heparin-functionalized carbon nanotube-based affinity biosensor for dengue virus. Biosens. Bioelectron. 2017, 91, 811–816. [Google Scholar] [CrossRef] [PubMed]

	



Schipper, R.G.; Silletti, E.; Vingerhoeds, M.H. Saliva as research material: Biochemical, physicochemical and practical aspects. Arch. Oral Biol. 2007, 52, 1114–1135. [Google Scholar] [CrossRef] [PubMed]

	



Radzol, A.R.M.; Lee, K.Y.; Mansor, W.; Azmin, N.H.R. SVM-RBF model PCA criterion selection for detection of NS1 molecule from Raman spectra of salivary mixture. In Proceedings of the 2015 IEET International Conference on Biomedical Image and Signal Processing (ICBISP 2015), Beijing, China, 19 November 2015; pp. 1–6. [Google Scholar]

	



Radzol, A.R.M.; Lee, K.Y.; Mansor, W.; Othman, N.H. Principal component analysis for detection of NS1 molecules from Raman spectra of saliva. In Proceedings of the 2015 IEEE 11th International Colloquium on Signal Processing & Its Applications (CSPA), Kuala Lumpur, Malaysia, 6–8 March 2015; pp. 168–173. [Google Scholar]

	



Anders, K.L.; Nguyet, N.M.; Quyen, N.T.; Ngoc, T.V.; Tram, T.V.; Gan, T.T.; Tung, N.T.; Dung, N.T.; Chau, N.V.; Wills, B.; et al. An evaluation of dried blood spots and oral swabs as alternative specimens for the diagnosis of dengue and screening for past dengue virus exposure. Am. J. Trop. Med. Hyg. 2012, 87, 165–170. [Google Scholar] [CrossRef] [PubMed]

	



Allonso, D.; Meneses, M.D.; Fernandes, C.A.; Ferreira, D.F.; Mohana-Borges, R. Assessing positivity and circulating levels of NS1 in samples from a 2012 dengue outbreak in Rio de Janeiro, Brazil. PLoS ONE 2014, 9, e113634. [Google Scholar] [CrossRef] [PubMed]

	



Andries, A.-C.; Duong, V.; Ong, S.; Ros, S.; Sakuntabhai, A.; Horwood, P.; Dussart, P.; Buchy, P. Evaluation of the performances of six commercial kits designed for dengue NS1 and anti-dengue IgM, IgG and IgA detection in urine and saliva clinical specimens. BMC Infect. Dis. 2016, 16, 201. [Google Scholar] [CrossRef] [PubMed][Green Version]

	



Helmerhorst, E.J.; Dawes, C.; Oppenheim, F.G. The complexity of oral physiology and its impact on salivary diagnostics. Oral Dis. 2018, 24, 363–371. [Google Scholar] [CrossRef] [PubMed]

	



Zhang, Y.; Bai, J.; Ying, J.Y. A stacking flow immunoassay for the detection of dengue-specific immunoglobulins in salivary fluid. Lab Chip 2015, 15, 1465–1471. [Google Scholar] [CrossRef] [PubMed]

	



Justino, A.B.; Teixeira, R.R.; Peixoto, L.G.; Jaramillo, O.L.B.; Espindola, F.S. Effect of saliva collection methods and oral hygiene on salivary biomarkers. Scand. J. Clin. Lab. Investig. 2017, 77, 415–422. [Google Scholar] [CrossRef] [PubMed]

	



Shirtcliff, E.A.; Granger, D.A.; Schwartz, E.; Curran, M.J. Use of salivary biomarkers in biobehavioral research: Cotton-based sample collection methods can interfere with salivary immunoassay results. Psychoneuroendocrinology 2001, 26, 165–173. [Google Scholar] [CrossRef]

	



Peres, J.C.; Rouquette, J.L.; Miocevic, O.; Warner, M.C.; Slowey, P.D.; Shirtcliff, E.A. New techniques for augmenting saliva collection: Bacon rules and lozenge drools. Clin. Ther. 2015, 37, 515–522. [Google Scholar] [CrossRef] [PubMed]

	



Navazesh, M. Methods for collecting saliva. Ann. N. Y. Acad. Sci. 1993, 694, 72–77. [Google Scholar] [CrossRef] [PubMed]

	



Khurshid, Z.; Zohaib, S.; Najeeb, S.; Zafar, M.S.; Slowey, P.D.; Almas, K. Human saliva collection devices for proteomics: An update. Int. J. Mol. Sci. 2016, 17, 846. [Google Scholar] [CrossRef] [PubMed]

	



Young, P.R.; Hilditch, P.A.; Bletchly, C.; Halloran, W. An antigen capture enzyme-linked immunosorbent assay reveals high levels of the dengue virus protein NS1 in the sera of infected patients. J. Clin. Microbiol. 2000, 38, 1053–1057. [Google Scholar] [PubMed]

	



Nguyen, M.T.; Ho, T.N.; Nguyen, V.V.; Nguyen, T.H.; Ha, M.T.; Ta, V.T.; Nguyen, L.D.; Phan, L.; Han, K.Q.; Duong, T.H.; et al. An evidence-based algorithm for early prognosis of severe dengue in the outpatient setting. Clin. Infect. Dis. 2017, 64, 656–663. [Google Scholar] [CrossRef] [PubMed]

	



Datta, S.; Wattal, C. Dengue NS1 antigen detection: A useful tool in early diagnosis of dengue virus infection. Indian J. Med. Microbiol. 2010, 28, 107–110. [Google Scholar] [PubMed]








[image: Sensors 18 02641 g001 550] 





Figure 1. Schematic of functionalization of single-walled nanotubes (SWNTs) networks with anti-non-structural protein 1 (NS1) antibody. 
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Figure 2. Immunosensor calibration plot: normalized response of the immunosensors functionalized with bovine serum albumin (BSA), Tween-20, anti-NS1 antibody after incubation with NS1 protein in PB [n = 7; y = −4.88x − 35.23, R2 = 0.99] (■), after incubation with PB only [n = 6, y = −0.36x − 2.4, R2 = 0.91] (▼), and after incubation with BSA protein in PB [n = 9; y = −0.24x − 2.6 R2 = 0.53] (▲). Normalized response of the immunosensors functionalized with BSA and Tween-20 but without antibody to the incubation of NS1 protein in PB [n = 8; y = −0.34x − 2.9, R2 = 0.93] (♦). The data points are the mean of measurements from independent immunosensors, and error bars represent ±1 standard deviation. 
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Figure 3. Immunosensor calibration plot: normalized response of the immunosensors functionalized with BSA, Tween-20, and anti-NS1 antibody after incubation with NS1 protein in artificial human saliva [n = 17; y = −4.79x − 34.3, R2 = 0.99] (●), after incubation with saliva only [n = 6, y = −0.28x − 2.9, R2 = 0.92] (►), and after incubation with BSA protein in artificial saliva [n = 7; y = −0.14x − 1.4, R2 = 0.48] (◄). Normalized response of the immunosensors functionalized with BSA and Tween-20 but without antibody to the incubation of NS1 protein in artificial saliva [n = 5; y = −0.52x − 3.7, R2 = 0.96] (●). The data points are the mean of measurements from independent immunosensors, and error bars represent ±1 standard deviation. 
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