
1Scientific RepoRts | 6:34778 | DOI: 10.1038/srep34778

www.nature.com/scientificreports

Aptamer-conjugated live human 
immune cell based biosensors for 
the accurate detection of C-reactive 
protein
Jangsun Hwang, Youngmin Seo, Yeonho Jo, Jaewoo Son & Jonghoon Choi

C-reactive protein (CRP) is a pentameric protein that is present in the bloodstream during inflammatory 
events, e.g., liver failure, leukemia, and/or bacterial infection. The level of CRP indicates the 
progress and prognosis of certain diseases; it is therefore necessary to measure CRP levels in the 
blood accurately. The normal concentration of CRP is reported to be 1–3 mg/L. Inflammatory events 
increase the level of CRP by up to 500 times; accordingly, CRP is a biomarker of acute inflammatory 
disease. In this study, we demonstrated the preparation of DNA aptamer-conjugated peripheral blood 
mononuclear cells (Apt-PBMCs) that specifically capture human CRP. Live PBMCs functionalized 
with aptamers could detect different levels of human CRP by producing immune complexes with 
reporter antibody. The binding behavior of Apt-PBMCs toward highly concentrated CRP sites was also 
investigated. The immune responses of Apt-PBMCs were evaluated by measuring TNF-alpha secretion 
after stimulating the PBMCs with lipopolysaccharides. In summary, engineered Apt-PBMCs have 
potential applications as live cell based biosensors and for in vitro tracing of CRP secretion sites.

The characterization and identification of interactions between cells and biomolecules provides a significant 
basis for understanding the origin, progress, and prognosis of human diseases. Biological interactions include 
protein-to-protein and antigen-to-antibody reactions. Recent immunochemical techniques have helped explain 
unknown phenomena mediating antigen and antibody reactions, and their high sensitivity and selectivity have 
made them popular diagnostic tools. Immunochemical techniques, however, depend on the quality of antibodies 
for their sensitivity and specificity, which limits their applications1,2.

Recent advances in the preparation of aptamers have promoted their usage in place of antibodies due to their 
comparable binding affinities and stability under heat or pH variation3,4. In addition, aptamers can be easily syn-
thesized, isolated, and modified, and are highly resistant to denaturation. Single-stranded DNA (ssDNA) or RNA 
aptamers bind to a specific domain of a target protein, and aptamers conjugated with fluorescent dye molecules 
are employed for biosensing specific targets using various array platforms5–8. Aptamers have been adopted as  
in vitro sensing probes; however, their application has been limited to in vivo experiments due to the difficulty of 
choosing a proper delivery vehicle (liposome, nanoparticle, cell, etc.) for them9,10.

C-reactive protein (CRP) is a ring-shaped, pentameric protein produced in the liver; it increases in the serum 
upon infection or immunological response, and is especially upregulated in the case of cardiovascular disease11,12. 
CRP binds to phosphocholine expressed on the surface of dead cells and activates a complement system pro-
moting phagocytosis. Acute-phase immune responses increase the level of interleukin 6 (IL-6) in the peripheral 
blood and eventually upregulate CRP production in the liver13,14. Therefore, the quantification of CRP in the 
bloodstream could provide an important marker for diagnosing bacterial or virus infections and associated tissue 
degeneration15,16. The normal level of CRP in the bloodstream is less than 3 mg/L, but it can reach up to 500 times 
that number in the blood of patients with cardiovascular disease17. One common immunochemical technique for 
CRP detection is enzyme-linked immunosorbent assay (ELISA), which has a limit of detection of 0.5–1.0 μ g/L. A 
recent study in which laser nephelometry was utilized for a CRP test detected levels as low as 0.04 mg/L18. Since 
the study focuses on the evaluation of live cell based sensors for their sensitivity in detecting the fewest amount of 

School of Integrative Engineering, Chung-Ang University, Seoul 06974, Republic of Korea. Correspondence and 
requests for materials should be addressed to J.C. (email: nanomed@cau.ac.kr)

Received: 23 May 2016

accepted: 19 September 2016

Published: 06 October 2016

OPEN

mailto:nanomed@cau.ac.kr


www.nature.com/scientificreports/

2Scientific RepoRts | 6:34778 | DOI: 10.1038/srep34778

CRP, we prepared the CRP standards in their concentration ranges from 0.01 to 30 mg/L, which covers the usual 
ranges of CRP concentrations specific for heart disease or inflammations (1–10 mg/L)11.

In this study, we prepared CRP-specific, aptamer-conjugated human peripheral blood mononuclear cells 
(Apt-PBMCs) to evaluate their use as live cell based biosensors (Fig. 1). A series of conjugations, including 
biotin-streptavidin affinity, was employed for the successful and biocompatible linkages between live blood cells 
and aptamers.

Peripheral blood mononuclear cells (PBMCs) are non-attaching, non-differentiating, independent immune 
cells (e.g. T, B cells) without stimulation that participate in innate or acquired immune responses in the human 
body. Among PBMCs, lymphocytes are key players for cell-cell immunity and are able to migrate to sites of 
inflammation19,20. By introducing aptamers to PBMCs, we designed a method to visualize their homing mecha-
nisms and in vivo trafficking. Engineered live cell sensors have advantages for the direct observation of functional 
crosstalk between cells and biomolecules as well as monitoring continuous changes in surrounding microenvi-
ronments. In addition, live cell sensors may serve as reporters for the high-throughput screening of multiple drug 
molecules21.

We evaluated the properties of Apt-PBMCs as live cell biosensors and their function as a group of immune 
cells that properly respond to external stimuli. Apt-PBMC complexes can serve as modular platforms in which 
the target-specific aptamer can be replaced, allowing switchable and specific biosensing of multiple antigens. 
They may also be beneficial for the spontaneous sensing and monitoring of micro-environmental changes as 
infectious diseases progress. Since the goal of this study is to engineer engineering aptamer and live cell com-
plexes as well as to evaluate the PBMCs’ potential as a novel live cell based sensor for specific target molecules, 
we focused on the fundamental development of bioconjugation approaches and optimization of the processes. 
We anticipate the preparation of Apt-PBMCs would serve as a stepping stone to construct biocompatible, autol-
ogous, non-immunogenic live cell based sensor systems for simultaneous detection of targets including disease 
biomarkers, inflammation sites, or cancerous cells, etc. In order to use the live cell based sensor systems in vivo, 
however, the further development of current system is required. The detection of target molecules should be 
possible without the needs of secondary antibodies, for example employing aptamer beacons that can switch on 
or off their signals upon coupling with target molecules.

Methods
Materials and Methods. Streptavidin, the Mix-n-Stain antibody labeling kit, and calcium chloride were pur-
chased from Sigma (St. Louis, MO, USA). The sulfo-NHS-biotin labeling kit and well plates were purchased from 
Thermo Scientific (Waltham, MA, USA). CRP standard protein, anti-human CRP monoclonal antibody, and the 
human TNF-alpha ELISA kit were purchased from R&D Systems (Minneapolis, MN, USA). The human C-reactive 
protein (CRP) ELISA kit was purchased from eBioscience (San Diego, CA, USA). Phosphate-buffered saline 
(PBS), DPBS without Ca2+ and Mg2+, and PRMI 1610 medium were obtained from Gibco (Waltham, MA, USA).  
All reagents were dissolved in ion-free water or PBS without Ca2+ and Mg2+ (PBS-), and calcium ions were con-
tinually detected/checked throughout the experiment.

Design of ssDNA aptamers. According to the previous report elsewhere, the range of aptamer and CRP 
binding affinity is from 0.3 to 30 nM22. The ssDNA aptamers consisted of 72-mers with the following sequences:

Figure 1. Illustration of aptamer-conjugated PBMCs for the detection of CRP molecules. Sulfo-NHS-SS-
biotin was conjugated to PBMCs by a crosslinking reaction, followed by the introduction of streptavidin to 
combine with biotin. Next, the biotinylated-aptamer was linked to the complex, forming aptamer-conjugated 
PBMCs (Apt-PBMCs). The complex migrates in the fluid and recognizes CRP, forming a CRP-Aptamer-PBMC 
complex. Finally, the anti-CRP antibody or antibody coated-beads were attached to the conjugated complex, 
emitting a detectable florescence signal.
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5 ′-Biotin-GGCAGGAAGACAAACACACAAGCGGGTGGGTGTGTACTATTGCAGTATCTA 
TTCTGTGGTCTGTGGTGCTGT-FAM-3′, and 5 ′- Bi ot in -G GC AG GA AG AC AA AC AC AC AA GC GG G 
T GG GT GT GT AC TA TT GC AG TA TCTATTCTGTGGTCTGTGGTGCTGT-3′. The 5′ ends of aptamers were 
conjugated with biotin and the 3′ end of one of the aptamers was modified with 5-FAM (5-carboxyfluorescein) 
fluorescent dye to confirm successful conjugation on cells.

Preparation of PBMCs. Human PBMCs were obtained from CTL (Cellular Technology Limited, Shaker 
Heights, OH, USA). Cell culture media consisted of RPMI 1640 (Gibco, Life Technologies) supplemented with 
1% penicillin/streptomycin and 10% fetal bovine serum. Media were passed through 0.2-μ m (pore size) syringe 
filters. The PBMCs were rested for 16 h in 5% CO2 at 37 °C after thawing.

Preparation of Apt-PBMCs. Rested PBMCs were washed with DPBS by spinning down the cells 
(200 ×  g, 7 min) and re-dispersing the pellet. Washed PBMCs were tested for viability and counted to obtain 
more than 1 ×  107 live cells/mL. Washed PBMCs were re-dispersed in 400 μ L of DPBS supplemented with 1 mM 
sulfo-NHS-biotin and maintained for 30 min at room temperature. After the reaction, cells were spun down 
(200 ×  g, 7 min) and the supernatant was discarded. After two more washes with DPBS, the cell pellet was sus-
pended in 400 μ L of DPBS supplemented with 50 μ g/mL streptavidin. After a 15-min reaction at room temper-
ature, the cells were washed twice with filtered, serum-free RPMI 1640. Next, 1 μ L of 100 pM biotin-conjugated 
aptamer was dissolved in DPBS (with Ca2+ and Mg2+ ) at 1:10 v/v. The solution was then heated at 95 °C for 5 min 
to obtain ssDNA aptamers and abruptly cooled to 4 °C for 10 min to maintain the ssDNA structure. The cell pel-
let was suspended in 390 μ L of serum-free RPMI 1640 with 10 μ L of single-stranded biotin-conjugated aptamer 
solution. After a 15-min reaction at room temperature, the cells were washed three times.

Confocal microscope images. Confocal microscopic images of the cells were obtained using the Carl Zeiss 
LSM 710 laser scanning microscope (Carl Zeiss, Oberkochen, Germany). Apt-PBMC complexes that captured 
CRP were stained using an anti-hCRP antibody with dye molecules (Mix-n-Stain kit, λ ex/λ em =  593/614 nm). The 
CRP-captured Apt-PBMC pellet was delivered to 50%, 70%, and 100% ethyl alcohol solutions in a stepwise man-
ner for dehydration and fixation. Completely fixed cells were air-dried and washed with PBST (PBS with 0.05% 
Tween 20) twice. Next, 1 mL of DAPI working solution (4′ ,6-diamidino-2-phenylindole) was added to stain the 
nuclei of the fixed cells. The cells were completely dried after another wash with PBST.

Confirmation of continuous coupling. To validate the bioconjugation steps, magnetic beads were chosen 
to serve as cell-carrying aptamers. Apt-magnetic bead complexes were prepared using EDC/NHS cross-linkers, 
connecting biotinylated anti-hCRP antibodies to the carboxylated magnetic beads (M270: the mean diameter 
of beads is 2.8 μ m comparable to that of non-stimulated immune cells). Heat treated aptamer was introduced 
to streptavidin/beads and 1% BSA was added to prevent any unwanted binding on the surface. Recombinant 
CRP was diluted at concentrations of 4.2, 8.4, 16.8, and 25.2 μ g/L in DPBS and reacted with apt-magnetic bead 
complexes (The concentrations of standards were chosen to probe the minimum of detectable fluorescence from 
a magnetic bead capture). The fluorescence signal was detected by adding fluorescent dye labeled anti-hCRP 
antibody (λ ex/λ em =  590/620 nm) to the complexes.

TNF-alpha profiling assay. PBMCs and Apt-PBMCs were seeded in 24-well plates at a density of 1.5 ×  105/
well and stimulated with 0.2 μ g/mL lipopolysaccharides (LPS). After 24-h incubation, the secretion of TNF-alpha 
by cells was quantified using ELISA (human TNF-alpha ELISA kit, R&D Systems).

Cell viability assay. Cell viability was measured using a trypan blue assay. Apt-PBMCs and naïve PBMCs 
were cultured for 3 d at 37 °C and 5% CO2. Every 12 h, the cells were spun down and washed for trypan blue stain-
ing. The numbers of live cells and dead cells were counted using a cell-counting instrument (JuLI Br; Invitrogen, 
Carlsbad, CA, USA).

Preparation of the CRP standard protein. Recombinant CRP was dissolved in DPBS (pH 8.0 with 0.2% 
BSA). CaCl2 was added to 50 μ L of the CRP solution to a concentration of 10 mM, and the solution was main-
tained for 1 h to allow for the complete reaction. Unbound calcium ions were isolated using an ultrafiltration kit 
(Mix-n-Stain kit, Sigma) by centrifugation at 14,000 rpm for 5 min.

Apt-PBMC capturing assay. On an epoxy-terminated glass, simple channels were drawn using an organic 
marker, and the standard solutions of recombinant CRP (0, 4, and 4 mg/L) dissolved in a printing buffer were 
separately dropped onto the channel at 4 °C. The channel was blocked with 3% BSA for 1 h at 37 °C and then 
washed twice with BPST and water. Next, DAPI-stained Apt-PBMCs were dispersed in PBS (20 μ L) and 1 ×  107 
cells/mL were loaded on a channel for the capturing reaction. After the channel was washed with PBS and water, 
the attachment potentials of Apt-PBMCs were monitored.

In order to mimic the blood vessel, we employed a designed microchannel (400 μ m × 50 μ m), which have flow 
speed of 0.01 μ m/min and made of PDMS mixture. Plasma-treated PDMS chip on a glass slide was later spot-
ted with a 0.1μ L of CRP standard solution (30 mg/L) by using a microarray spotter (Arrayit SpotBot®  Extreme 
Microarray Spotters). Prepared PDMS microchannel was flown by a heparinized, diluted (1:10,000) sheep blood 
containing 5 ×  106/mL of Apt-PBMCs (Supporting Fig. 2). To visualize Apt-PBMCs attaching to the CRP spots, 
aptamers modified with FAM were treated on the cells as well as the DAPI staining to the nucleus of cells.
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Results and Discussion
CRP has a homopentamer structure consisting of 224 amino acids and requires Ca2+ as a cofactor that binds 
to each subunit. The cofactor has effects on the formation of CRP and sensitivity of antibodies and aptamers23. 
(Supporting Fig. 1B). Although the addition of calcium ions to the cell culture may increase the sensitivity of CRP 
detection, it also promotes the lysis of cells. Accordingly, controlling the optimal amount of calcium ions in the 
cell culture and reagents is a key factor in CRP detection using Apt-PBMCs.

Confirming each molecule for construction of the cell based sensors. To prove our hypothesis that 
each PBMC may function as a cell sensor, we introduced magnetic beads as cell cores. Introducing EDS/NHS to 
the carboxylic group on the surfaces of magnetic beads provided a moiety to biotinylated anti-CRP antibodies. 
After conjugating magnetic beads and streptavidin, biotinylated aptamer was introduced. Various concentra-
tions of CRP were evaluated to determine concentration-dependent capture by the formation of magnetic bead/
aptamer/CRP complexes. To confirm the binding formation of the designed aptamer-complex, dye-labeled CRP 
antibody was employed. It should be noted that the presence of biotinylated aptamer would be an essential key 
to confirm the effectiveness of selected aptamers for detecting CRP (Fig. 2). As low as 8.4 ng/mL concentration 
of recombinant CRP was detected in our system. As the amount of CRP increased, the fluorescent intensity also 
increased. Fluorescence from the control that did not contain aptamers indicates the binding of streptavidin PE to t 
he biotin regions on magnetic bead/biotinylated antibody complexes which indirectly proved biotin-streptavidin 
interaction as well as signal indicator for magnetic bead/antibody/CRP complexes. In the control samples  
(i.e. the absence of aptamers or CRPs in the complexes), there were a significant decrease of fluorescence intensi-
ties, which validate the success of our bioconjugation approach.

Our system was based on sandwich immunoassay, which requires fluorescence-labeled antibodies or beads 
as reporters. The fluorescence-labeled antibodies would also help to confirm the successful capture of CRP using 
Apt-PBMCs in the final complexes. The concentration-dependent change in fluorescent intensity enabled the 
potential of our Apt-PBMC system for sensor applications and demonstrated a success of bioconjugation steps. 
In addition, Apt-magnetic beads were verified as a cell core, which has applications for the in vitro probing of 
biomolecules.

Preparation of the Apt-PBMCs complex. Figure 1 summarizes the process by which Apt-PBMC 
complexes were prepared. Each conjugation step was confirmed by measuring fluorescence signals using dyes 

Figure 2. Confirmation of the bioconjugations and the function of aptamer, CRP and antibody. CRP 
detection was measured in the presence or absence of aptamers for different CRP concentrations and the 
evaluation of each step was performed in the presence or absence of the anti-hCRP Ab. Carboxylated magnetic 
beads were used instead of cells (Size of beads are 2.8 μ m), and streptavidin PE was used as a signal indicator. 
(CRP concentration =  4.2, 8.4, 16.8 and 25.2 μ g/L, control indicates the absence of antibody, aptamer and CRP 
protein in the complexes, and 1% bovine serum albumin were used as blocking buffer, λ ex/λ em =  590/620 nm 
(n =  5).
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tagged to the ligands of each conjugate. The dispersant of PBMCs (92% viability, 1 ×  107/mL) was mixed with 
sulfo-NHS-biotin, which covalently binds to the amine groups of surface proteins on PBMCs via its NHS ester, 
forming an amide linkage and releasing N-hydroxysuccinimide. To minimize the potential toxicity of the reaction 
process, the total reaction time was limited to 30 min and the cell pellet was washed three times with serum-free 
RPMI1640. Serum-free RPMI1640 confers stability to the PBMCs during bioconjugation processes. To con-
firm the successful modification of the cell surfaces, 1/200 diluted streptavidin PE (5 μ L/tube) was added to the 
cell-crosslinker conjugates and PE fluorescence was measured (Fig. 3C, λ ex/λ em =  500/580 nm). PE on cell conju-
gates resulted in red fluorescent cells, as shown in Fig. 3. Next, ssDNA aptamers modified with biotin at the 5′  end 
were introduced to the cell conjugates. Calcium chloride and magnesium chloride containing PBS were used as 
solvents to provide positive ions essential for DNA structural confirmation. Given that ion-containing PBS may 
cause problems with cell handling, we optimized the conditions for the conjugation process (Supporting Fig. 1A). 
To confirm the successful conjugation of aptamers to the cell conjugates, we modified the 3′  ends of aptamers with 
5-carboxyfluorescein (5-FAM) and measured the fluorescence of the product (Fig. 3D). In addition, we stained 
the cell nuclei with DAPI to verify PBMCs with ligands attached to the cell surfaces.

Detection of CRP. The Apt-PBMC complexes were confirmed by confocal microscopy (Fig. 3E), and their 
CRP-capturing ability was examined. A dilution series of recombinant CRP was prepared and reacted with 
Apt-PBMC complexes for capture prior to sandwich immunoassay with anti-CRP antibodies labeled with a fluo-
rescent dye. Apt-PBMC complexes were prepared in tubes at a cell concentration of 4 ×  105/mL and recombinant 
CRP was added to each tube at concentrations of 0, 0.01, 0.1, 1, 2.5, 5, 10, and 30 mg/L. Since the lower limits of 
detecting CRP using the magnetic bead system were not applicable to the Apt-PBMCs, we scaled up the amounts 
of target CRP spanning the concentrations from 0 to 30 mg/L that are comparable to those of CRP in a physio-
logical condition. Increasing concentrations of CRP elevated the fluorescence intensity due to increased capture 
by the Apt-PBMC complexes(Fig. 4). The CRP capture affinity of Apt-PBMC complexes was dependent on the 
concentration of positive ions and the type of buffer (Supporting Fig. 1)23. We optimized the protocol to minimize 
cell damage while maximizing fluorescence intensity. It has been reported that the serum contains about 9 mM of 
Calcium ions and about 10 mM of Calcium ions per day transports between bones and extracellular fluid (ECF). 
Since Calcium ions are used as a cofactor for CRP, we added comparable amount of Calcium ions to recombinant 
CRP solution to mimic a physiological environment23,24. CaCl2 (10 mM) was added to the CRP solution before 
the reaction and the CRP/Ca2+ conjugates were isolated by filtering out the extra calcium ions, BSA, and other 
components of the solution. Equal amounts of Apt-PBMC complexes were evaluated to compare the amounts of 
CRP captured with and without added Ca2+. The fluorescence intensity was at least 20 times stronger for CRP/

Figure 3. Fluorescence images of Apt-live cell complexes. (A) Bright-field images of PBMCs; (B) DAPI (4′ 
,6-diamidino-2-phenylindole)-stained PBMCs; (C) Sulfo-NHS-SS-biotin-linked PBMCs conjugated with 
streptavidin PE (phycoerythrin); (D) 5-FAM-labeled and biotinylated aptamers on PBMCs; (E) Apt-PBMC live 
cell complexes (merged images). Cell count =  1.5 ×  105/slide, scale bar =  20 μ m. (a–e) low-resolution images of 
cells, (A–E) high-resolution images of individual cells for each step of bioconjugation).
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Ca2+ than for CRP without Ca2+ (Supporting Fig. 1B). Proteins in the serum conjugated with Apt-PBMC com-
plexes would result in false positive results and require thorough filtration. The average intensity of 15 individual 
Apt-PBMCs was calculated to measure the concentration of captured CRP (Fig. 5A). The limit of detection was 
0.05 mg/L.

TNF-alpha profiling. TNF-alpha is a cytokine involved in inflammatory responses; it is secreted from mac-
rophages or T cells and modulates the production of IL-1 and IL-6 as well as controls cell-mediated immune 
responses via apoptosis25. To confirm the integrity of Apt-PBMCs as an immune response mediator, we added 
LPS (0.2 μ g/mL per well) to the Apt-PBMC culture and measured the production of TNF-alpha. LPS-stimulated 
Apt-PBMCs produced ~90% of the TNF-alpha secreted by naïve PBMCs, which validated the functional integrity 
of the aptamer-modified PBMCs (Fig. 5B). The amounts of sulfo-NHS-biotin and streptavidin used in our work 
were optimized to minimize damage to the normal function of PBMCs.

Cell viability test. Cell viability before and after the series of conjugations is a critical parameter for their use 
as live cell based sensors. We evaluated the viability of control PBMCs and Apt-PBMC complexes for 72 h after 
their synthesis (Fig. 5C). The viability of Apt-PBMCs remained the same for 36 h after preparation and decreased 
gradually thereafter. The viability of Apt-PBMCs was maintained at up to 65% after 3 day post-preparation; 
accordingly, they are promising live cell based sensors for in vitro applications that require high sensor stability.

Apt-PBMC binding specificity assay. In order to evaluate the binding of Apt-PBMCs to the sensing target 
molecules, we prepared a simple, 3 mm-wide channel on an epoxy glass slide by drawing arbitrary curves with a 
permanent marker pen (Fig. 6). The inner side of the channel surface was immobilized with various concentra-
tions of recombinant CRP (0, 4, and 40 mg/L on each section). After Apt-PBMCs flowed through the channel, 
captured Apt-PBMCs were observed on the surface of the glass slide via conjugation with surface-immobilized 
CRP. DAPI staining of the cells showed a binding pattern of Apt-PBMCs in which the section with a higher con-
centration of CRP contained more cells (2 ×  106) (Fig. 6). Other sections of the channel exhibited 1.6 ×  105 and 
6 ×  104 captured cells/slide, confirming that Apt-PBMC specific binding was concentration-dependent.

Figure 6 demonstrates the positioning of Apt-PBMCs to the immobilized CRP on a substrate. It may validate 
the hypothesis that Apt-PBMCs would be able to detect target molecules and be aggregated to a specific site. In 
order to confirm the binding specificity potential of Apt-PBMCs toward a target site, we investigated their traf-
ficking and attachment behavior to the CRP-immobilized sites in a microfluidic channel (Supporting Fig. 2). FAM 
attached aptamer treated PBMCs (Apt-PBMCs/FAM) emitted green fluorescence after mixing with heparinized, 
diluted blood confirming the successful capture of the target in the channel. The RBC excluded blood sample 
flowing in a channel showed the attachment of Apt-PBMCs to the CRP-immobilized sites at the flow speed of 
0.01 μ m/min (0, 4, or 12 Apt-PBMCs at the sites, Supporting Fig. 2C,D). Since the flow speed in a tested channel 

Figure 4. Florescence images of PBMCs capturing CRP. Bright-field images of Apt-PBMCs, DAPI-stained 
Apt-PBMCs, Apt-PBMCs are capturing CRP which visualized labeled fluorescence antibodies, and merged 
images (from top to bottom). Apt-PBMCs/CRP were stained with a florescent dye (λ ex/λ em =  593/614 nm); 
PBMCs: 1 ×  105/slide; Scale bar =  20 μ m.
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was faster than the one in a blood vessel, only a few number of cells were attached to the target sites initially but the 
increased number of Apt-PBMCs were positioned at the target sites afterwards. Further studies employing a wider 
microchannel and slower flow would help to confirm the binding specificity potential of Apt-PBMCs in vitro.

Conclusion
In this study, we evaluated the properties and functions of Apt-PBMC complexes for use as live cell based sensors 
to capture CRP. Our strategy is advantageous because PBMCs freely travel within the bloodstream to arrive at 
specific inflammatory regions with upregulated CRP. Increased attachment of PBMCs by surface engineering 
with CRP-specific aptamers is expected to promote proper immune system responses to problematic site-specific 
inflammation. To verify our strategy, we evaluated the successful bioconjugation of aptamers and other crosslink-
ing agents to live PBMCs without denaturing or damaging the inherent nature of the cells. The optimization of the 
conjugation steps was confirmed by the successful observation of fluorescence from each ligand attached to the 
cells at each conjugation step. In particular, we focused on minimizing cell damage by calcium ions in the reaction 
buffer during the conjugation steps. Calcium ions act as cofactors for both CRP detection and ssDNA aptamer 
formation23. Therefore, we directly treated recombinant CRP with CaCl2 for binding, and separated the residual 
calcium ions by centrifugation to minimize cell damage. Filtered/serum-free RPMI1640 was used for washing 
and as a reaction buffer to reduce the exposure of the cells to residual positive ions. The use of filtered/serum-free 
RPMI1640 prevented the effects of conjugation steps from the cells resulting in the increase of cell recovery and 
survival percentages.

We employed dye-conjugated anti-human CRP monoclonal antibodies to detect Apt-PBMC complexes that 
captured CRP. The limit of detection observed in our assay would be expanded by adapting other detection 
approaches to our system, such as aptamer beacons that do not require the detection antibody3. In addition to the 
increase in sensitivity, the conjugation steps for the preparation of the live cell based sensing system would also be 
reduced without detection antibodies, and this would be beneficial with respect to decreasing the total reaction 
time3,26. The concentration and affinity of the aptamers determine the sensitivity of live cell based sensors. Future 
work to advance the design of aptamers and evaluate their affinity would improve the sensitivity of this technique.

Figure 5. Characteristics of Apt-PBMCs and their concentration-dependent ability to sense CRP. (A) Levels 
of fluorescence intensity from Apt-PBMCs capturing CRP at different concentrations. Cell count was 1 ×  105 per 
test; 15 cells were evaluated by image analysis (***P-value <  0.0001, *P-value <  0.05). (B) TNF-alpha profiling 
assay. Both PBMCs and Apt-PBMCs were seeded (1 ×  105 per well) and incubated for 24 h after adding LPS 
(0.2 μ g/mL) (***P-value <  0.0001). (C) Cell viability curve for Apt-PBMCs. Both PBMCs and Apt-PBMCs were 
cultured for 72 h and a trypan blue assay was used to count viable cells (seeding density =  1.5 ×  105/well).
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Given that there was no significant reduction in the viability of the Apt-PBMC complexes for 3 days, the live 
cell based sensor system may be used for studies of cell-mediated flexible immune responses. Given that immune 
cells have flexible responses that are affected by their microenvironments, our live cell based sensing system may 
serve as an efficient probe to report these flexible responses within a given amount of time (e.g., monitoring 
crosstalk between immune cells, variation in phenotypes, and the secretion of different cytokines). The simple 
capturing assay in our study showed that Apt-PBMCs were able to migrate toward regions of higher concentra-
tions of target CRP and were immobilized. This verifies their potential for in vivo sensing applications for CRP in 
the bloodstream of inflammation animal models. Future studies are needed to validate the sensing capability of 
live cell based sensors in animal models and to examine the application of Apt-PBMCs for analyses of cell-to-cell 
communication in immunological responses as well as reporter molecules instead of labeled antibody.

References
1. Kusnezow, W. et al. Kinetics of antigen binding to antibody microspots: strong limitation by mass transport to the surface. 

Proteomics 6, 794–803 (2006).
2. Sliwkowski, M. X. & Mellman, I. Antibody therapeutics in cancer. Science 341, 1192–1198 (2013).
3. Hamaguchi, N., Ellington, A. & Stanton, M. Aptamer beacons for the direct detection of proteins. Anal. Biochem. 294, 126–131 

(2001).
4. Ng, E. W. et al. Pegaptanib, a targeted anti-VEGF aptamer for ocular vascular disease. Nature reviews drug discovery 5, 123–132 

(2006).
5. Lin, C., Katilius, E., Liu, Y., Zhang, J. & Yan, H. Self‐assembled signaling aptamer DNA arrays for protein detection. Angew. Chem. 

118, 5422–5427 (2006).
6. Kirby, R. et al. Aptamer-based sensor arrays for the detection and quantitation of proteins. Anal. Chem. 76, 4066–4075 (2004).
7. Fischer, N. O. & Tarasow, T. M. In Protein Microarray for Disease Analysis 57–66 (Springer, 2011).
8. Wan, Y. et al. Capture, isolation and release of cancer cells with aptamer-functionalized glass bead array. Lab on a Chip 12, 

4693–4701 (2012).
9. Volanakis, J. E. Human C-reactive protein: expression, structure, and function. Mol. Immunol. 38, 189–197 (2001).

10. Sundaram, P., Kurniawan, H., Byrne, M. E. & Wower, J. Therapeutic RNA aptamers in clinical trials. Eur. J. Pharm. Sci. 48, 259–271 
(2013).

11. Black, S., Kushner, I. & Samols, D. C-reactive protein. J. Biol. Chem. 279, 48487–48490 (2004).
12. Lagrand, W. K. et al. C-reactive protein as a cardiovascular risk factor more than an epiphenomenon? Circulation 100, 96–102 

(1999).
13. Ohzato, H. et al. Interleukin-6 as a new indicator of inflammatory status: detection of serum levels of interleukin-6 and C-reactive 

protein after surgery. Surgery 111, 201–209 (1992).
14. Verma, S. et al. Endothelin antagonism and interleukin-6 inhibition attenuate the proatherogenic effects of C-reactive protein. 

Circulation 105, 1890–1896 (2002).
15. Simon, L., Gauvin, F., Amre, D. K., Saint-Louis, P. & Lacroix, J. Serum procalcitonin and C-reactive protein levels as markers of 

bacterial infection: a systematic review and meta-analysis. Clin. Infect. Dis. 39, 206–217 (2004).
16. Büchler, M., Malfertheiner, P., Schoetensack, C., Uhl, W. & Beger, H. G. Sensitivity of antiproteases, complement factors and 

C-reactive protein in detecting pancreatic necrosis. Results of a prospective clinical study. Int. J. Pancreatol. 1, 227–235 (1986).

Figure 6. Apt-PBMC binding specificity assay. A hydrophobic barrier was drawn on an epoxy glass slide to 
generate a 3 mm-wide channel. Three sections of the glass slide were coated with three different concentrations 
of CRP. Apt-PBMCs were flown through the channel and the channel was washed to measure the binding 
patterns of Apt-PBMCs. (1 ×  107 /mL Apt-PBMCs; DAPI staining of cells was used for visualization; scale 
bar =  1 mm).



www.nature.com/scientificreports/

9Scientific RepoRts | 6:34778 | DOI: 10.1038/srep34778

17. Ridker, P. M., Hennekens, C. H., Buring, J. E. & Rifai, N. C-reactive protein and other markers of inflammation in the prediction of 
cardiovascular disease in women. New Engl. J. Med. 342, 836–843 (2000).

18. Clyne, B. & Olshaker, J. S. The C-reactive protein. The Journal of emergency medicine 17, 1019–1025 (1999).
19. Delves, P. J., Martin, S. J., Burton, D. R. & Roitt, I. M. Roitt’s essential immunology. Vol. 20 (John Wiley & Sons, 2011).
20. Michie, S. A., Streeter, P. R., Bolt, P. A., Butcher, E. C. & Picker, L. J. The human peripheral lymph node vascular addressin. An 

inducible endothelial antigen involved in lymphocyte homing. The American journal of pathology 143, 1688 (1993).
21. Levy-Nissenbaum, E., Radovic-Moreno, A. F., Wang, A. Z., Langer, R. & Farokhzad, O. C. Nanotechnology and aptamers: 

applications in drug delivery. Trends Biotechnol. 26, 442–449 (2008).
22. Lee, G.-B., Shiesh, S.-C., Huang, C.-J. & Lin, H.-I. (Google Patents, 2014).
23. Pultar, J., Sauer, U., Domnanich, P. & Preininger, C. Aptamer–antibody on-chip sandwich immunoassay for detection of CRP in 

spiked serum. Biosens. Bioelectron. 24, 1456–1461 (2009).
24. Brinkman, B., Zuijdeest, D., Kaijzel, E. L., Breedveld, F. C. & Verweij, C. L. Relevance of the tumor necrosis factor alpha (TNF 

alpha)-308 promoter polymorphism in TNF alpha gene regulation. J. Inflammation 46, 32–41 (1994).
25. Xiao, Y., Lubin, A. A., Heeger, A. J. & Plaxco, K. W. Label‐free electronic detection of thrombin in blood serum by using an aptamer‐

based sensor. Angew. Chem. 117, 5592–5595 (2005).
26. Martinez-Sanchez, M. E., Mendoza, L., Villarreal, C. & Alvarez-Buylla, E. R. A Minimal Regulatory Network of Extrinsic and 

Intrinsic Factors Recovers Observed Patterns of CD4+ T Cell Differentiation and Plasticity. PLoS Comput. Biol. 11, e1004324 (2015).

Acknowledgements
Authors thank Ms. Eunwon Lee for her help with preparing microchannels. JC acknowledges Ms. Youngjin Park 
for her helpful discussion on the graphics. This work was supported by a grant from the Korea Health Technology 
R&D Project through the Korea Health Industry Development Institute (KHIDI), funded by the Ministry of 
Health & Welfare, Republic of Korea (grant number: HI14C3266). This work was also supported by the Research 
Program funded by the Basic Science Research Program through the National Research Foundation (NRF) 
funded by the Ministry of Education (No. 2016R1A1A1A05005262).

Author Contributions
J.H. and Y.S. performed the experiments. J.H. and J.C. designed the experiments. J.H., Y.J. and J.S. analyzed the 
data. J.H. and J.C. wrote the manuscript. All authors reviewed the manuscript.

Additional Information
Supplementary information accompanies this paper at http://www.nature.com/srep
Competing financial interests: The authors declare no competing financial interests.
How to cite this article: Hwang, J. et al. Aptamer-conjugated live human immune cell based biosensors for the 
accurate detection of C-reactive protein. Sci. Rep. 6, 34778; doi: 10.1038/srep34778 (2016).

This work is licensed under a Creative Commons Attribution 4.0 International License. The images 
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/
 
© The Author(s) 2016

http://www.nature.com/srep
http://creativecommons.org/licenses/by/4.0/

	Aptamer-conjugated live human immune cell based biosensors for the accurate detection of C-reactive protein
	Introduction
	Methods
	Materials and Methods
	Design of ssDNA aptamers
	Preparation of PBMCs
	Preparation of Apt-PBMCs
	Confocal microscope images
	Confirmation of continuous coupling
	TNF-alpha profiling assay
	Cell viability assay
	Preparation of the CRP standard protein
	Apt-PBMC capturing assay

	Results and Discussion
	Confirming each molecule for construction of the cell based sensors
	Preparation of the Apt-PBMCs complex
	Detection of CRP
	TNF-alpha profiling
	Cell viability test
	Apt-PBMC binding specificity assay

	Conclusion
	Additional Information
	Acknowledgements
	References



 
    
       
          application/pdf
          
             
                Aptamer-conjugated live human immune cell based biosensors for the accurate detection of C-reactive protein
            
         
          
             
                srep ,  (2016). doi:10.1038/srep34778
            
         
          
             
                Jangsun Hwang
                Youngmin Seo
                Yeonho Jo
                Jaewoo Son
                Jonghoon Choi
            
         
          doi:10.1038/srep34778
          
             
                Nature Publishing Group
            
         
          
             
                © 2016 Nature Publishing Group
            
         
      
       
          
      
       
          © 2016 The Author(s)
          10.1038/srep34778
          2045-2322
          
          Nature Publishing Group
          
             
                permissions@nature.com
            
         
          
             
                http://dx.doi.org/10.1038/srep34778
            
         
      
       
          
          
          
             
                doi:10.1038/srep34778
            
         
          
             
                srep ,  (2016). doi:10.1038/srep34778
            
         
          
          
      
       
       
          True
      
   




