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Abstract: Interleukin 6 (IL-6), being a major component of homeostasis, immunomodulation, and
hematopoiesis, manifests multiple pathological conditions when upregulated in response to viral,
microbial, carcinogenic, or autoimmune stimuli. High fidelity immunosensors offer real-time
monitoring of IL-6 and facilitate early prognosis of life-threatening diseases. Different approaches
to augment robustness and enhance overall performance of biosensors have been demonstrated
over the past few years. Electrochemical- and fluorescence-based detection methods with integrated
electronics have been subjects of intensive research due to their ability to offer a better signal-to-noise
ratio, high specificity, ultra-sensitivity, and wide dynamic range. In this review, the pleiotropic role of
IL-6 and its clinical significance is discussed in detail, followed by detection schemes devised so far
for their quantitative analysis. A critical review on underlying signal amplification strategies and
performance of electrochemical and optical biosensors is presented. In conclusion, we discuss the
reliability and feasibility of the proposed detection technologies for commercial applications.
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1. Introduction

During the past few decades, interleukin 6 (IL-6) has drawn the attention of immunologists and
molecular pathologists because of its pleiotropic functions in human body [1–5]. It has key role in
immunomodulation, hematopoiesis, and inflammation processes. An over-expression or upregulation
of IL-6 can disrupt the normal functions of multiple organ systems in human body, as illustrated in
Figure 1. It belongs to the family of glycoproteins and exhibits varying molecular mass, from 26 to
30 kDa depending on cell-specific post-translational modifications [6,7]. There are 212 amino acids
in IL-6 [8] which show 65% structural homology with its counterpart produced in mouse/rats [9,10].
IL-6 has a tertiary structure containing four α helices [11], and α helix with terminal -COOH group is
involved in receptor binding process. IL-6 is secreted by a variety of cells, like keratinocyte, endothelial
cells, neural cells, lymphocytes, and bone cells, when stimulated by specific inducers; however,
constitutive expression triggers tumor formation [6]. IL-6 establishes cellular communication by
binding with its receptor called interleukin-6 receptor (IL-6R) [6]. It is an integral membrane protein
and possesses a conserved region of 90 amino acids belonging to the immunoglobulin supergene
family [12,13]. IL-6R structure contains two anti-parallel fibronectin III type domains, each containing
seven β folds and between two domains, there is a dip where IL-6 binds to initiate a cascade of cellular
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reactions [11,14,15]. Once IL-6 fits inside the binding pocket of IL-6R, another 130 kDa protein, called
gp130, serves as the signal transducer and facilitates formation of high affinity extracellular receptor
binding sites [14,16,17]. The interaction of IL-6 with serum soluble IL-6R is also facilitated by the
serum soluble form of gp-130, which also produces negative feedback in serum [18]. It is imperative to
understand the clinical significance of IL-6 before we explore the sensing mechanisms developed so
far for its quantitative detection because the prognostic values vary with disease type and severity.
A careful consideration of this factor will not only help researchers develop strategies that allow
detection with higher sensitivity at a wider dynamic range but also extend its application in diagnosis
of multiple diseases.

Figure 1. Pleiotropic function of interleukin 6 (IL-6) in humans. Black colored pathway shows normal
physiological role, and red-colored pathway indicate impaired functions. CRF = corticotropin-releasing
factor; TNF = tumor necrosis factor; LPL = lipoprotein lipase; GCC = glucocorticoid;
ACTH = adrenocorticotrophic hormone.
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IL-6 invokes immune response through a set of hormones released by the neuroendocrine system
following an injury, chronic infection, burn, or internal damage to tissues/cells. Secretion of IL-6
in nerve cells is initiated by IL-1 and the Tumor Necrosis Factor (TNF) [19]. Here, it acts as an
autocrine growth factor [20] and synergizes with IL-1 to induce release of hormones, including
Adrenocorticotrophic Hormone (ACTH) and corticotropin-releasing factor (CRF) [21–26] (Figure 1).
The neuroendocrine pathway is positively feed-backed by CRF. In the event of infection, ACTH,
in synergy with IL-6, acts on adrenal glands to begin production of the glucocorticoid (GCC)
hormone [27,28]. As a consequence, hepatocytes start synthesizing acute phase proteins [29,30],
including c-reactive protein (CRP), serum amyloid A, opsonins, and several clotting and healing
factors [31,32], under the stimulation of IL-6 and glucocorticoid [30,33]. In higher degree burns,
IL-6-induced levels of circulating CRP elevate [34,35], and in sepsis, it increases to 100,000 pg/mL [36]
(Table 1). In septic shock and rheumatoid arthritis, Phospholipase enzyme A2 activated by IL-6 shows
increased inflammation related activities [37].

Damaged neurons in Alzheimer’s disease (AD) overproduce IL-6 which, in combination with
IL-1, activates α2 macroglobulin/ α2-M [36,38–40]. α2-M inhibits post-translation modification of the
amyloid precursor and triggers deposition of the pathogenic β4 amyloid in the senile plaques. The β4
amyloid is responsible for AD-associated dementia (Figure 1, red-lined pathway). Table 1 shows the
abnormally high level of IL-6 in patients with AD.

Table 1. Level of IL-6 in different pathological conditions.

Disease Interleukin 6 Level (pg/mL) Reference

Alzheimer’s Disease 85–567 [41]
Meningitis 450–32,000 [42]

Myocardial Infarction 28.5–46.5 [43]
Cardiac Myxoma greater than 56 [44]

Multiple Myeloma 5–33 [45]
Burkitt Lymphoma 100.3 [46]

Post-Transplant Lymphoproliferative Disease/PTLD 143–11,020 [47]
Cachexia 100 [48]

Rheumatoid Arthritis 17 [49]
Psoriasis 30,000 [50]

Hepatitis B Virus Infection/Hepatocyte Carcinoma 7–18.9 [51]
Sepsis 5000–100,000 [36]

During hematopoiesis, IL-6 serves as an autocrine growth factor on pluripotent stem cells residing
in spleen [52] and bone marrow [53,54], megakaryocytes [55–57], myeloid cells [58], plasmacytoma,
and myeloma cells [59–62]. Functional impairment in its growth stimulating activities results in the
formation of abnormal mass of tumorous cell in bone marrow [63]. Pathogenic IL-6 inducers that
promote abnormal growth and formation of lymphoma in immune cells are Epstein Barr transformed
B cell [64,65], OKT3 and OKT4 monoclonal antibodies (in cardiac transplant patients), DNA, and
nucleosomes that participate in the manifestation of non-hodgkin lymphoma [66], post-transplant
lymphoproliferative disorder (PTLD) [67–69], and systemic lupus erythematosus [70–73], respectively.
An abnormally high level of IL-6 in the serum of individuals with plasma cell dyscrasia is associated
with advanced multiple myeloma [74]. The prognostic values for the aforementioned disease fall
within the range of 5–11,020 pg/mL. IL-6 produced by vascular smooth muscles cells (VSMCs) [75,76]
is involved in maintaining heart contractile activity [77]. Its excessive production in VSMCs results in
activation of the nitric oxide pathway, which prolongs the vasodilation period. An inadequate blood
supply to the heart tissues causes myocardial infarction [78–81]. Constitutive expression of IL-6 in
VSMCs also causes cardiac myxoma [82].
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In bones, IL-6 produced by osteoblasts and osteoclasts under the stimulation of TNF, IL-1, or
parathyroid hormone serves as osteotropin cytokine and regulates the bone metabolism [83–85].
The estrogen level drops down in aging women, which results in increased production of IL-6 by
osteoclasts, thereby accelerating the bone resorption process [86,87]. It can be used as a prognostic
marker to determine the severity of osteoporosis in patients with Rheumatoid Arthritis [88–90]. It is
also correlated with an increased level of an inflammatory protein, called CRP, which triggers and
assists building up of inflammatory tissue lining in the patient’s joint [91,92].

Neurath et al. [93], in 1992, explained IL-6 as a facilitator of the hepatitis B virus, where it
assists it in the progression of hepatocarcinoma (HC). Level of IL-6 in Hepatitis B virus-infected
patients can be used as a prognostic tool for cancer susceptibility. Damaged mesangial cells in
the kidneys also overproduce IL-6 and cause mesangial proliferative glomerulonephritis [94,95].
Hyperkeratosis in Psoriasis patients is facilitated by IL-6, and it assists in the formation of inflammatory
patches/lesions [2,50,96]. Overproduction of TNF/IL-1 increases IL-6 secretion in adipose tissues.
Here, it suppresses lipoprotein lipase (LPL) activity which is responsible for fat metabolism. IL-6 levels
in serum of cachexia patients can be used to trace LPL activity [97–99].

Figure 1 illustrates the pleiotropic role of IL-6 and its clinical significance, whereas Table 1 shows
the levels of IL-6 produced in different pathological conditions. The discussed multi-functional role
of IL-6 indicates the importance of its quantitative detection in assessing the severity of different
pathological conditions. In this review, we will discuss the structure and sensing mechanism of
different electrochemical and optical biosensors designed for IL-6 detection in detail and assess its
performance in terms of sensitivity, selectivity, dynamic range, and stability.

2. Electrochemical Biosensors

2.1. Detection Mechanism

A sensor’s performance is dependent on its architecture. We will discuss in this review only the
biosensors which have been designed for IL-6 detection by exploiting electrochemical nature and light
scattering properties of biomolecules in the past ten years. Figure 2 shows different construction scheme
of sensing layer for electrochemical detection of IL-6. Field effect transistors and potentiometer are
the widely used transducers for conversion of input signal into readable output signal. Biomolecules
immobilized on the electrode surface upon interaction with detecting analyte alter charge transfer
properties and ultimately affect the readout signal. The change in the readout signal is translated
into the corresponding analyte concentration. Based on the construction scheme, we have classified
electrochemical sensors into different types and subsequent subsections discuss each type in detail.

2.1.1. Direct Electrochemical Immunoassay (dECIA)

When the readout signal is generated by the direct interaction of detecting analyte with primary
antibody which is immobilized on self-assembled monolayer (SAM) coated on electrode surface,
we refer it as direct electrochemical immunoassay (dECIA). This is analogous to direct enzyme
linked immunoassay (ELISA) approach which produces fluorescence when the antigen and antibody
complexes are formed. Antibodies against IL-6 can be directly immobilized on the surface of a
functionalized electrode [100] or nano-features can be introduced in the sensing layer [101–103] for
signal amplification purposes as shown in Figure 2. A robust dECIA method with a wide linear range
was demonstrated by Tertis et al. [101], and aptamer against IL-6 was immobilized on polypyrrole
nanoparticles (PPy) decorated with gold nanoparticles (AuNPs) of 50 nm diameter. The wide dynamic
range is due to the increased electrode surface area when modified with AuNPs. Another label-free
approach of direct IL-6 detection was explained by Chen et al. [102] in 2016, and primary antibody
against IL-6 was attached to carbon nanotubes. It was used as a liquid gate for field effect transistor
(LGFET) with the source and drain made of gold. The formation of antibody–antigen complex
changes the drain current which is used to quantify the concentration of IL-6 in the sample. An
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electrode modified with single-wall carbon nanotubes (SWCNT) and coated with AuNPs was used as
impedance-based sensor, and it offers the greatest sensitivity and the lowest limit of detection (Table 2).

Figure 2. Different sensing mechanisms developed for IL-6 detection. Direct electrochemical
immunoassay (ECIA) based on IL-6 and the primary antibody (Ab1) interaction [100]; using a conjugate
of polypyrrole-Au Nanoparticles-aptamer [101]; carbon nanotubes (CNTs) coated with (Ab1) [102];
carbon nanotubes coated with gold nanoparticles (AuNPs) and (Ab1) [103]. Indirect electrochemical
immunoassay in which a competitive antigen bound to AgNP-coated Polystyrene nanobeads [104].
Sandwiched electrochemical immunoassay in which a secondary antibody (Ab2) is either coated with
nanoparticles of Titanium Phosphate (TiP) and silver [105]; gold [106]; ferrocene (FC)-loaded porous
polymeric nanoparticle (NP) [107]; or linked with enzymatic label directly or through mutli-enzyme
approach using carbon nanotubes [108–110].

2.1.2. Indirect Competitive Electrochemical Immunoassay (icECIA)

A nanolabeled competitor is used in an indirect competitive electrochemical immunoassay
(icECIA), which inhibits binding of the target analyte with the receptor. The readout signal is generated
and amplified by the interaction of the nanolabeled competitor and receptor. The rationale behind the
indirect detection approach is that the readout signal is inversely related to the concentration of the
target analyte. Lou et al. [104] (2014) adopted an indirect approach to detect IL-6 through differential
pulse voltammetry method . Electrochemically reduced graphene oxide (ERGO) was coated with
Au and Pd nanoparticles, whereas the competitor was composed of dopamine coated polystyrene
nanobeads which were decorated with silver nanoparticles (AgNPs) prior to antigen immobilization.
At higher concentrations of IL-6 in samples, the receptor is fully occupied by target analyte/IL-6, and
a decreasing current was observed. It is due to the lower occupancy of the silver-bound IL-6 on the
receptor which improves the charge transfer properties of the electrode and ultimately increases the
output current.

2.1.3. Sandwich Nanoparticles Labeled Electrochemical Immunoassay (sECIA-NP)

The use of a labeled secondary antibody (Ab2) specific to the target analyte is an alternative
approach to improve the limit of detection (LOD) of biosensors designed specifically for cancer
detection. The receptor at the electrode has a primary antibody (Ab1) which, upon binding with the



Sensors 2020, 20, 646 6 of 27

target analyte, produces electrochemical signal. The signal is further enhanced upon binding of Ab2.
The choice of label for the secondary antibody is dependent on the level of sensitivity required for the
intended sensing application. Electroactive nano-labels can be attached to the secondary antibody
to enhance the output signal and, ultimately, the sensitivity of proposed sensor scheme. Titanium
Phosphate (TiP) hollow spheres of 40 nm shell with efficient loading of AgNPs found its application
in ultra-sensitive detection of IL-6. The secondary antibody was immobilized on TiP/AgNPs hybrid
nanospheres and used to bind IL-6 and anti IL-6 complex formed at an electrode modified with
superparamagnetic Iron oxide nanoparticles [105]. Figure 2 shows the illustration of this scheme, and
Table 2 presents the essential properties of sensor. Li and Yang [107], in 2011, used ferrocene (FC) as
an electrochemical label and encapsulated it inside porous polyelectrolytes nanospheres (FC-PPN).
The secondary antibody was immobilized on the FC-loaded PPN, and the primary antibody was
attached to a graphene oxide (GO)-modified electrode. The biochemical interaction produced an
ultrasensitive response of the sensor, with a wide linear range, due to the efficient FC loading in
PPN and increased surface area of the GO-modified electrode. Gold nanoparticles stabilized with
cetyltrimethylammonium bromide (CTAB), when used as nanolabel for Ab2, also offers reasonable
sensitivity for IL-6 detection [106].

2.1.4. Sandwich Enzyme Linked Electrochemical Immunoassay (sELECIA)

In the sandwich enzyme linked electrochemical immunoassay (sELECIA), an enzyme is used to
label the secondary antibody, and the number of catalyzed substrate determines the concentration
of target analyte in the sample. A commonly used enzyme is horseradish peroxidase (HRP), which
is occasionally used in combination with streptavidin-biotin. In a conventional fluorescence-based
ELISA, there is a limitation on the number of labels you can attach to a secondary antibody, refer to
Figure 2. A dual strategy for improvement in the output signal was introduced by Wang et al., wherein
they increased the number of catalytic reactions for a single Ab2-Target-Ab1 complex forming event.
The number of HRP labels was significantly increased when a carbon nanotube (CNT) decorated
with dopamine/AuNP was used for label attachment Figure 2. The electrode was also modified
with dopamine and AuNPs before Ab1 immobilization on it [109]. Later, Wang introduced a DNA
supersandwich-based ECIA for IL-6 detection with improved sensitivity and linear response [110]. A
DNA capture probe was attached with Ab2 through biotin–streptavidin linkage, and then signal probe
with HRP label was hybridized with it. The concatenation of the signal probe amplifies the output
signal and produces an ultra-sensitive response for IL-6 detection.

A multi-label design was explained by Malhotra et al. [108], and they obtained 60-fold lower LOD
by increasing the number of HRP on multiwall carbon nanotube (MWCNT) for a single target binding
event. The receptor was also modified with upright SWCNT forest to offer high electrode surface area
for the immobilization and subsequent formation of antibody-antigen complexes. A schematic of this
sandwich ELECIA is provided in Figure 2.
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Table 2. Properties of different types of electrochemical immunoassay-based sensors for IL-6 detection. SWNT = single-walled carbon nanotubes; AuNPs = gold
nanoparticles.

Detection Method Technique Receptor Analyte & Conjugate Signal Type LOD † Dynamic Range † Ref

Direct ECIA CV, EIS, DPV Anti-IL-6/Gold ME IL-6 Rct and Current 20 20–100 [100]
Direct EC aptasensor assay CV, EIS PPyNS/AuNP/IL-6-Aptamer IL-6 Rct 0.33 1–15,000,000 [101]
Direct EC aptasensor FET CNT/PASE/IL-6-Aptamer IL-6 Drain Current 1 1–100 [111]
Direct ECIA LGFET CNTFET/Anti IL-6 IL-6 Drain Current 1.37 1–100 [102]
Indirect competitive ECIA EIS, LSV ERGO/AuPdNP/Anti IL-6 PS/PDA/AgNP/IL-6 Rct and Current 0.059 0.1–100,000 [104]
Direct ECIA EIS CNT/AuNP/Anti IL-6 IL-6 Rct t 0.00001 0.00001–0.1 [103]
Sandwich ECIA/NP CV, DPV SPION/Ab1 TiP/AgNP/ Ab2/IL-6 Current 0.1 0.00001–10,000 [105]
Sandwich ECIA/NP CV, SWV GC/GO/Ab1 FC/PPN/ Ab2/IL-6 Current 1 2–20,000 [107]
Sandwich ECIA/NP CV,(SWV) 11-MUA/Ab1 CTAB(AuNP)/ Ab2/IL-6 Current 2 5–50,000 [106]
Sandwich ELECIA Amperometry GCE/MWCNT/Ab1 S1-Avidin/Biotin-Ab1 (+) S2-HRP-S3(TargetDNA) Current 0.05 0.2–20 [110]
Sandwich ELECIA EIS, Amperometry ITO/PDA/AuNPs/Ab1 CNT/PDA/AuNP/ Ab2-HRP-IL-6 Current 1 4–800 [109]
Sandwich ELECIA Rotating Disc Amperometry SWNTForest/Ab1 Ab2-Biotin/(m)HRP-Streptavidin/(h) Ab2-MWNT-HRP Current/Absorbance 0.5 0.5–30 [108]

† mentioned in pg/mL.
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2.2. Electrode Interface

In this section, we will explain the electrode interface of the previously mentioned sensors’
structure, including dECIA, dECIA with nanolabels, and sandwich ECIA with nanoparticles and
an enzyme label. Figure 3 represents the equivalent circuits of the respective examples. The
bio-recognition layer coated at the surface of metal electrode acts as double layer capacitor and
difference in charge at interface produces the sensor’s response [112]. The biological macromolecules
at the surface compensate for Donnan potential and put limitations on the field effect transistor
(FET)-based electrochemical sensing approach [113,114]. The detecting potential decays when the
thickness of the biorecognition layer extends beyond 1 nm [115]. Advancements in nanofabrication
techniques have made it possible to scale down the electrode geometry to Debye length, and the charge
compensation effect can be considerably reduced [116–122]. Chen et al. [102], in 2016, proposed a
liquid-gated FET sensor for IL-6 detection and, based on the aforementioned facts, they significantly
reduced the limit of detection and improved the dynamic range (Table 2). The electrode interface of
the FET-based design has been omitted because it has already been thoroughly discussed by [123].

Figure 3. Electrode interface of different ECIA scheme with their equivalent circuits: (a) dECIA [100],
(b) dECIA with nanolabel of Ppy/AuNP and aptamer specific to IL-6 for binding analyte [101],
(c) dECIA with electrode coated with SWNT (single-walled carbon nanotubes)/AuNP [103],
and (d) sELECIA with nanolabel of CNT/AuNP and enzyme label Horseradish Peroxidase [109].

The geometry of the electrode’s surface plays a pivotal role in preventing the counter-ions
screening at the double layer [123], and a concave surface promotes efficient electron transfer kinetics,
thereby increasing the sensitivity of the sensor. An array of eight gold disc-shaped microelectrodes
was engraved on a silicon needle with an objective of real-time in-situ monitoring of IL-6 [100]
(Figure 4A). This approach was envisioned following the development of a robust microelectrode-based
electrochemical sensing platform for chemical and DNA sensing applications [124–127]. Figure 3a
shows the equivalent circuit formed at the electrode-electrolyte interface. The interfacial chemistry at
the surface of electrode can be best explored by electrochemical impedance spectroscopy due to the
associated sensitivity [127–131]. The capture antibody, immobilized through an organic linker at the
Au disc electrode’s surface, permits detection by increasing charge transfer resistance (Rct). Contrary
to the macro-electrode’s direct relation with Rct [126,132], it was found to decrease due to an increase
in effective surface area, and the linear response of the current was consistent with the results reported
in [130,133,134]. In this study, the contribution of nonlinear resistance (Rnl) due to a steady current
represented by Rnl was also decreased to 14%. It was a simple method to augment sensitivity and
improve linear response of the sensor compared to the ones that require nano-labels [135].
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Figure 4. (A) Signal amplification strategies: (a) use of combination of nanomaterials and
multi-enzyme labels on a secondary antibody to enhance the outgoing signal, (b) use of electro-active
(AuNPs or electro-conductive polymeric) NPs, (c) a competitive approach in which analyte labeled
with electro-active nanoparticles competes towards complex formation with Ab1 immobilized on
electrode surface. Electrode modification approach involves controlling geometry and coating
with conductive nanoparticles to boost the change in detecting signal. (B) Signal to Least
detectable concentration plot for different ECIA scheme sECIA/Titanium Phosphate (TiP)/AgNP [105];
sECIA FC/PPN [107]; sECIA/AuNP [106]; sELECIA/DNA [110]; sELECIA/PDA/AuNP [109];
sELECIA/SWNT (single-walled carbon nanotubes) [108].

Nanolabeling of the detecting antibody or modification of the electrode surface with conductive
nanomaterials offers a fascinating alternative approach to improve a sensor’s performance. Figure 3b
shows the structure developed by Tertis et al. [101], where a faster electron transfer kinetics
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was achieved by improving the immobilization efficiency of IL-6 specific aptamer through
electrochemical deposition of polypyrrole and gold nanoparticles on a screen-printed graphite
electrode. Yang et al. [103], in 2013, used SWCNT with AuNPS to immobilize anti-IL-6 on silicon
substrate, and its equivalent circuit is shown in Figure 3c. Inclusion of SWCNT/AuNP in a sensor’s
structure adds an additional resistor (R1) and a constant phase element (CPE1) [103], whereas
R2 and CPE2 are charge transfer resistance and double layer capacitance of bio-recognition layer,
respectively. We have also included an example of a sandwich-based enzyme linked electrochemical
assay (sELECIA) [109] as a model of complex interfaces formed by the bio-recognition layer with
thickness more than 1 Debye. The use of CNT provides sufficient surface area to carry 5/6 labels of
enzymes per conjugate antibody. The presence of AuNP paves the way for electrons rushing towards
an electrode, produced by the catalytic events upon substrate addition [136]. The introduction of a
conjugate antibody labeled with an enzyme and nanolabel will form an interface that has an equivalent
circuit with a three-serial combination of parallel-connected resistors and constant phase elements
(Figure 3d).

2.3. Signal Amplification

Different schemes of sensing layer, as discussed earlier, were proposed with an aim to amplify the
readout signal which ultimately improves sensitivity and dynamic range of biosensor. Some of the
effective approaches which significantly boost the outgoing signals of sensor are (1) modification of
electrode geometry and size [100]; (2) coating of electrode with nano-features, such as SWCNT, AuNP,
and Polypyrrole nanoparticles [101–104]; and (3) labeling of conjugate in sandwich configuration with
nanoparticles, enzymes or a combination of two [105,106,108–110] (Figure 4A). Figure 4B shows a
comparison of intensity of readout signal against the least concentration detected by each configuration,
i.e., direct and sandwich electrochemical immunoassay. It is evident that tailoring electrode’s size and
geometry did not amplify signal as effectively as coating it with gold nanoparticles in sandwich, as
well as direct ECIA. The amount of signal produced against the limit of detection is also very high,
which also explains its sensitivity and wide linear response. Titanium phosphate (TiP) nanospheres
loaded with silver nanoparticles also greatly enhance the sensitivity and showed a wider dynamic
range. In contrast, dual signal amplification strategy with DNA probes and carbon nanotubes provide
a moderate increase in current response against the least detectable concentration.

2.4. Sensitivity and Selectivity

We calculated the sensitivity of the biosensors and compared it, along with respective incubation
times, in Figure 5. Sensitivity is dependent on two important factors: immobilization efficiency of
detecting antibody and double layer screening. It should be recalled that the double layer screening
effect becomes pronounced in sECIA/NP and sELECIA due to the additional conjugate antibody
and label. Interestingly, the greatest sensitivity was exhibited by sandwich ECIA, which utilized
AuNPs as an electro-active label for conjugate and upon binding with target analyte, it was used as a
seed to enlarge the size of bound AuNP in presence of equimolar HAuCl4 and ascorbic acid, while
cetyl trimethyl ammonium bromide(CTAB) was included in the solution as a surfactant [106]. It is
believed that CATB/AuNP mediated electron transfer at interface by providing increased surface
area and electrostatic attraction to the redox probe, which resulted in improved current response at
the electrode. The indirect competitive ECIA introduced by Lou et al. [104] (2014) also showed a
comparable sensitivity with less incubation time. He used electrode which was coated with Au and
PdNPs. For competitive sensing, he used IL-6 immobilized on dopamine-coated polystyrene spheres
that were decorated with silver nanoparticles/AgNP. The high signal-to-noise ratio was achieved due
to synergistic effect of Au/PdNPs, AgNP and heated carbon electron technique resulting in unimpeded
electron transfer kinetics. Electrode modification or conjugate labeling with single-wall or multiwall
carbon nanotube adds up resistive effect in amperometric technique, its presence produces a negative
effect on the readout signal. It can be hypothesized that unexpectedly low sensitivity associated with



Sensors 2020, 20, 646 11 of 27

remaining direct or sandwich-based assay was due to the unfit combination of detecting signal and
the nanomaterial used for signal amplification purpose. A liquid-gated field effect transistor-based
biosensor for IL-6 detection was developed by Chen et al. [102] (2016). The source and drain electrodes
were made of gold, and SWCNT was used to immobilize the primary detecting antibody. He observed
a current measuring 4 nA in response to the lowest analyte concentration, i.e., 1.37 pg/mL. In a
recent study, Khosravi et al. [111] (2017) used an aptasensor immobilized atop a CN-based FET sensor
through a 1-Pyrenebutanoic Acid Succinimidyl Ester (PASE) linker. To deal with the counter-ions
screening effect, which limits the applicability of FET-based sensing technology, aptamers were used
instead of antibodies in the CNT FET sensor [111]. Interestingly, the sensor’s performance in blood
samples was found similar to that of LGFET introduced by [102] (Table 2). On the contrary, if we
compare the latter approach with the aptasensor introduced by [101], we notice it exhibits the greatest
sensitivity with a wider dynamic range.

Figure 5. Sensitivity of (a) direct electrochemical immunoassay/dECIA and indirect competitive
electrochemical immunoassay/icECIA (calculated/obtained from [100–104]); (b) sandwich
electrochemical immunossay/sECIA with nanomaterial or enzyme label/sELECIA (calculated/
obtained from [106–110,137]).

Specificity is another important attribute as non-specific binding (NSB) at the surface produces a
false signal and gives misleading results. Human blood and serum is a complex mixture of proteins,
and they share structural similarities; therefore, the sensor’s construct should smartly recognize its
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target and quantitatively analyze its concentration in the given sample. We looked for the established
electrochemical biosensor for IL-6 detection that was tested under proper conditions to assess its
affinity for NSB. The icECIA developed by Lou et al. [104] (2014) showed specific binding to IL-6 in
ten-fold higher concentrations of bovine serum albumin (BSA), matrix metalloproteinases 2 (MMP-2),
and carcinoembroyinc antigen (CEA). LG-FET for IL-6 detection was tested for NSB with equal
concentrations of IL-6, BSA, and Cysteine A, and the drain current produced by specific binding of
analyte was 18.7%, whereas a <3% false signal was generated by NSB [102]. Sandwich ECIA with
CTAB-stabilized AuNP as electroactive label also gave specific a response to IL-6 in ten-fold higher
concentration of IgG, BSA, α-fetoprotein, and lysozyme [106]. All the sandwich ECIA structures were
found to have higher specificity to analyte because the readout signal is produced after two successive
antigen–antibody complex forming events. The conjugate antibody with electroactive or enzyme label
assures the antigen-specific response of the biosensor [105–107,109,110].

An alternate effective approach to prevent NSB is the careful selection of blocking agent
or anti-fouling coating because a false positive signal is an outcome of unreacted sites at
electrode’s surface and complex proteins present in plasma or serum samples [25,101,103,104,138].
A widely-used blocking buffer is Bovine Serum Albumin (BSA) in combination with a porous polymeric
network [103,104,138]. Electrodes coated with BSA after immobilization of detecting antibody produce
a highly specific response with 4 to 10% RSD (root mean square deviation) in the presence of
10–100-fold higher concentration of non-specific proteins [103,104,138]. In contrast, Tertis et al. [101]
used 6-mercapto-1-hexanol (MCH) to stabilize bound aptamers and block unreacted sites at the
surface of electrochemical aptasensor designed for real-time monitoring of IL-6. Specificity testing
was performed in a mixture of interfering proteins at 100-fold higher concentration, and they attained
96.74% recovery results with an RSD of 0.64% [101].

2.5. Dynamic Range

As discussed earlier, the level of IL-6 in the human body is <6 pg/mL under normal conditions.
It increases considerably in many pathological conditions, depending on type of disease and severity;
for instance, in a case of chronic sepsis, it goes up to 100,000 pg/mL [36]. The range within which
a biosensor demonstrates a linear response between readout signal and concentration of detecting
analyte is referred as dynamic range. While designing sensor’s scheme, it is crucial to consider the
factors that affect the resulting dynamic range, such as immobilization efficiency of the primary
antibody and the effective electrode surface area that is accessible to analyte for binding and faster
electron transfer kinetic. The widest linear response with limit of detection (LOD) 0.33 pg/mL was
observed in dECIA with a Au/PPyNP-coated electrode [101]. The highest concentration that it can
detect is 15,000,000 pg/mL. This implies that the electroactive label used exhibits a synergistic effect
with the IL-6-specific aptamer on the sensitive and linear response. The dynamic range of indirect
competitive ECIA was 0.1–100,000 pg/mL [104] (Table 2). The competitive nature of the assay has
reduced the LOD to 0.059 pg/mL, and the immobilization efficiency offered by AuNP provides a good
dynamic range. Carbon nanotubes (CNs), when used as the label in both sandwich and direct ECIA,
result in a narrow dynamic range despite the high stability it offers, and this makes it an unattractive
approach for the development of a facile amperometric-based electrochemical sensor [103,108,109].

2.6. Stability

We observed longest shelf life of LGFET with 20% degradation in sensitivity after three
months [102]. The intact sensing layer remained stable this long due to the strong adhesive properties
of CNT. An electrode coated with AuNP for icECIA gave a 90% initial response when tested after
storing it at 4 ◦C for 14 days [104]. Yang et al. [103] (2013) observed a similar initial response of a
fabricated electrode after one month of storage at 4 ◦C. The second longest shelf-life was observed in
sECIA developed by Peng et al. [105] (2011), and the sensor showed 94.2% of the initial response after
two months. It is primarily due to the stability of AgNP-decorated TiP nanospheres, which showed
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less than 6% deterioration in its signal amplification efficiency. Dual-amplification strategy was first
introduced by Wang et al. [109] in 2011, and they used CNT to provide increased surface area for
attachment of multiple HRP labels. He successfully increased the number of HRP labels for single
conjugation event. The capture antibody was immobilized on sensing electrode through Au-S linkage.
When the immunosensor was tested after thirty days, it showed 85.5% of the initial response. We have
noticed a consistent increase in the stability of the biosensor with the use of AuNP and CNT as label
or linker to immobilize the primary antibody. We can deduce that stability of the immunosensor is
dependent on the affinity and strength of the bond that a label forms with biomolecules.

3. Optical Biosensor

An extensively studied and well-established method for the quantitative detection of IL-6 is
optical sensing. It is based on the light scattering properties of the biomolecules to study bound
antigen-antibody complexes. The variants of optical biosensors that have been introduced so far
differ in coupling agent, conjugate label, detecting signal, and transduction model to read the sensor’s
output [137–143]. The following sections discuss the general architecture of optical biosensors designed
for sensitive detection of IL-6 and the signal amplification strategies adopted in each category to
enhance the overall performance of the biosensor.

3.1. Sensor Structure

We will briefly discuss the structure of optical biosensor because the components of the sensing
layer are nearly same in both categories except the transduction model and conjugate labels, which
are commonly fluorophores for optical sensing. A widely used method to prevent non-specific
adsorption at the sensing layer is sandwich immunoassay because it utilizes a conjugate system, which
generates a signal corresponding to the analyte concentration [137,139–143]. Interestingly, we found
a novel indirect competitive photo-electrochemical method, which we call hybrid method [138]. It
is based on co-sensitization strategy, and the sensor surface is coated with a semiconductor layer.
The competitor is also labeled with a semi-conductor nanomaterial, which upon binding with the
captured antibody, produces a photocurrent when excited with white light with a spectral range
of 200–2500 nm. The photocurrent produced by the sensor’s surface has an inverse relation with
a concentration of IL-6. We calculated the sensitivity from the calibration curve provided in [104]
and found it at 3340 nA/pg mL−1, while the dynamic range it offers is 1–100,000 pg/mL with LOD
0.38 pg/mL. We noticed that the linear response it generated is similar to the one we observed in the
indirect competitive electrochemical immunoassay [104].

3.2. Signal Amplification Strategies in Optical Biosensor

Herein, we will elaborate the impact that chosen signal amplification strategy has on the sensor
performance. The output signal can be greatly enhanced by a careful selection of coupling agent,
conjugate label, detecting signal, and transducer. We will discuss few examples from each of the
mentioned approaches in the subsequent sections.

3.2.1. Coupling Agent

The preparation of selective self-assembled monolayer (SAM) on the glass substrate, which blocks
NSB and offers higher immobilization efficiency of the captured antibody, is a major challenge, while
the latter property is heavily dependent on the choice of coupling agent. A highly adhesive SAM
ensures sensor stability [144] and permits sensitive detection of analyte at higher concentrations.
Different coupling strategies have been adopted to find out its effect on the outgoing signal.
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Figure 6. (A) Signal amplification strategies adopted in optical biosensors for IL-6 detection.
(B) Signal to concentration plot for different optical biosensors (calculated/obtained from [137,139–143]).
(C) Sensitivity of optical biosensors (calculated/obtained from [137,139–143].)
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Toma and Tawa [140], in 2016, chose polydopamine (PDA) as the coupling agent for a surface
plasmon-enhanced fluorescence spectroscopy (SPFS)-based sensor for IL-6 detection (Figure 6A). It
has already been used as bifunctional linker in many biosensing platforms developed for diverse
application and was found to enhance the SPFS signal [145–148]. The thickness of the PDA layer on
glass substrate coated with gold was optimized to 1.5 nm to achieve the best SPFS response. The
detecting/secondary antibody was labeled with Alex Fluor 647 and produced fluorescence following
the reaction with IL-6-Anti IL-6 complex. The inevitable change in PDA-associated sensitivity and
increase in dynamic range for the fluorescence immunoassay (FIA) diversifies its application in clinical
diagnosis with minimum incubation time (Figure 6C and Table 3). In contrast, Zang et al. [139]
developed a biotin–streptavidin system (BAS) in 2018 to couple biomolecules on the sensor’s surface
(Figure 6A). The strong covalent interaction of the biotin–streptavidin complex [149,150] helps it
sustain extreme chemical conditions [151] and makes it a favorable candidate for surface modification
applications [152,153]. BAS involved attachment of sulfo-NHS-Biotin on a glass substrate, which
was further modified with the streptavidin molecule with multiple active sites facing outward.
Biotinylated-antibody for IL-6 was immobilized on the surface, and superparamagnetic oxide
conjugated secondary antibody was used for fluorescence-based detection. Surprisingly, the highest
signal-to-LOD ratio was obtained with the BAS coupling approach, but it generated a narrow linear
response, which limits its prognostic capabilities required for clinical applications (Figure 6 and Table 3).
Its sensitivity remains comparable to other FIA-based IL-6 detection methods (Figure 6B).

3.2.2. Conjugate Labeling

The sensitivity and dynamic range of optical sensors is dependent on the type of photoemissive
material used to label conjugate antibody. Generally, Fluorophore is used for labeling, but
photobleaching and reduced photostability are the common issues which appear in the detection
methods based on FIA (Figure 6A). Fluorophores are organic dyes which are attached with secondary/
conjugate antibody and produce characteristic fluorescence from Near IR to visible range. Alexa
Fluor, Dy647, and fluorescein isothiocyanate are widely used examples in sandwich fluorescence
immunoassay [140,142,143]. Table 3 shows a comparison of optical biosensors for IL-6 detection with
a combination of different signal amplification strategies. It is worth noting that, despite of the fact
that FIA is a well-established and commercially used method of quantitative analysis, it offers narrow
dynamic range and high detection limit compared to others. Figure 6B demonstrates the signal to least
detectable concentration (LOD) plot, and it can be deduced from the improved signal to LOD ratio
that, despite the narrow dynamic range, it accurately determines the concentration of analyte as the
output signal is significantly enhanced.

An alternative approach to facile optical detection is the use of semi-conducting nanomaterials that
exhibit photocatalytic [137] , photoelectric [138], or photoluminescence [141] properties for conjugate
labeling. Ceria nanospheres exhibit photocatalytic activity [154–158] against organic dye [159,160],
and it was used to label anti-IL-6 by [137] (Figure 6A). A calorimetric response was generated by
a Ceria-labeled conjugate antibody following oxidation of o-phenylenediamine which was used as a
substrate (Figure 6A). The developed chemiluminescence immunoassay (CLIA) can detect interleukin-6
up to 10,000 pg/mL with a reasonable sensitivity; however, the signal to LOD ratio is not sufficiently
enhanced, which compromises the accuracy of the sensor (Figure 6B,C). Semiconductor-based quantum
dots with near infrared photoluminescence properties have gained popularity in bio-imaging [161–163]
and biosensing due to its photostable nature. Quantum dots with less than 5.5 nm diameter have less
autofluorescence-related noise [164]. Based on these observations, Xiong et al. [141] in 2013 introduced
copper indium sulfide and zinc sulfide (CuInS2/ZnS)-based Photoluminescence Immunoassay (PLIA).
Photoluminescence (PL) from CuInS2 nanocrystal is due to the donor-acceptor interaction and an
optimized Cu-to-In ratio not only increases the intensity of photoluminescence but also its duration to
690 ns [165]. The spectral range can be tailored from Visible to Near infrared (NIR) range (540–680) by
synthesizing the core-shell structure of CuInS2/ZnS [166]. The diameter of quantum dot was 3.3 nm,
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used to label conjugate antibody against IL-6. Characteristic PL spectra was obtained when analyzed
through fluorescence spectrophotometer after the conjugation reaction. PL intensity showed direct
relation with IL-6 concentration. LOD with PLIA reduced to 0.04 pg/mL, and the dynamic range
increased to 20,000 pg/mL [141].

A dual co-sensitized strategy was implemented by Fan et al. [138] (2014) for signal amplification
of semi-conductor-based optical biosensors. He coupled a semiconductor with smaller and larger
band gaps to improve light absorption properties of the semiconductor nanoparticles coated on an
Indium Titanium oxide (ITO) electrode. The sensor architecture was designed for indirect competitive
photoelectrochemical (icPECIA) detection of IL-6, and the primary antibody was immobilized on
cadmium sulfide (CdS)-coated substrate through cross-linking with chitosan. IL-6 was conjugated
with cadmium selenide (CdSe) nanoparticles and used as a competitor (Figure 6A). An optimized
thickness of CdS was used to maximize light absorption [167] and to prevent Rs-associated signal
degradation [168]. The stepwise band edge gap structure produced an ultra-sensitive sensor
(3340 nA/pg−1) due to faster transfer kinetics of photogenerated electrons [169]. The high sensitivity
in icPECIA can be attributed to the photocurrent conversion efficiency of the co-sensitized construct.
The linear response of the calibration curve was also extended to 100,000 pg/mL (Table 3).

3.2.3. Detecting Signal

The nature of the input signal used for quantitative detection requires special attention because
the sensing architecture and signal amplification are based on it. This ultimately defines the accuracy
and reliability of output signals. In the case of optical biosensors designed specifically for the detection
of IL-6, we witnessed the use of different forms of light, such as that from visible range [137], Near
IR [141], fluorescence [139,140,142,143], and photocurrent [138]. Different approaches were introduced
to enhance the fluorescence intensity in response to minimum detectable concentration, like decorating
conjugate with multiple fluorescent molecules [143] and use of combination tapered optic fiber [142].
A dual amplification strategy was devised by Toma and Tawa [140] (2016), and they used PDA as the
coupling agent in combination with surface plasmon-enhanced fluorescence spectroscopy (SPFS), and
they attained a tremendous improvement in sensitivity with minimum incubation time. The coupling
of SPFS in other intended biosensing applications report a three-fold increase in sensitivity [170–173].
However, the CLIA scheme proposed by Peng et al. [137] (2016) exhibits wider dynamic range.

Fan et al. [138] (2014) used light as an excitation source on photoactive semi-conducting material
to develop a PECIA for IL-6 detection (Figure 6A). The optical readout signal has the limitation due to
undesirable noise that comes with autofluorescence and the photobleaching effect, which is responsible
for signal deterioration. To counter these drawbacks, exploiting photoelectrochemical response for
quantitative analysis is a more fascinating approach (Figure 6A). It offers a facile, integrable, and
ultrasensitive platform, more specifically when used to design indirect competitive electrochemical
immunoassay. In addition to this, it provides procedural simplicity with shorter incubation time.
The competitive advantage of this method over CLIA is that dynamic range has increased tend-fold
(Table 3).

Single Molecular Array/SiMoA Technology was introduced by Rissin et al. [174] in 2010 which
upgraded ELISA and allowed detection of proteins in a digitized manner. A single enzyme catalyzed
event can be detected by introducing conjugated complex in a femtoliter sized microarray of 50,000
wells. The wells are designed to hold a single magnetic bead, and substrate is introduced after
dispensing conjugated complex in the micro-arrays. This technique was initially designed to detect
tumor markers which are present at sub-picomolar concentrations in the blood, and it was later
utilized by [175] to detect TNF and IL-6 in plasma of Crohn’s disease patients. A comparison of the
SiMoA-based FIA in Table 3 makes it evident that it offers thousand-fold greater sensitivity compared
to conventional ELISA; however, its dynamic range is limited to 250 pg/mL.
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Table 3. Properties of optical biosensors designed for IL-6 detection.

Detection Method Technique Receptor Conjugate Signal Type LOD † Dynamic Range † Ref

FIA � Fluorescent Imaging OpticFiber/Streptavidin-Biotin/Ab1 Ab2/FMNPs Fluorescence 0.1 0.4–400 [139]
FIA � SPFS γ Glass/AuNP/PDOPA/Ab1 Ab2/AlexaFluor647 Fluorescence 2 2–2372 [140]
FIA � FIA · Ab1/IL-6 Dy647/Streptavidin/MNP/Biotin-Ab2 Fluorescence 20 1.1–1000 [143]
CLIA 5 UV-Vis Spectroscopy Ab1/Fe3O4MNP Ab2/CeO2NP Absorbance 0.04 0.1–10,000 [137]
Indirect Competitive PECIA ‡ EIS, Amperometry Ab1/CS/CdS//TiO2/ITO IL-6/CdSe Rct & Ip 0.38 1–100,000 [138]
PLIA ? Photoluminescence PDA/PDMS/AuNP/Ab1 Ab2/CuInS2/ZnSNCs Fluorescence 0.02 20–20,000 [141]
CTOB ∓ FIA · CTOB/APTS/Sulfo-SMCC/Ab1 Alex488/Ab2/ and IL-6 Fluorescence 120 118–11,859 [176]
SiMoA ♣ Digital ELISA Micro Magnetic Bead/Ab1/IL-6 Biotin-Ab2/SβG δ Fluorescence 0.006 0.006–250 [175].

† mentioned in pg/mL. � Fluorescence Immunoassay. ? Photoluminescence Immunoassay. 5 Chemiluminescence Immunoassay. ∓ Combination Tapered Optic Biosensor.
‡ Photoelectrochemical Immunoassay. γ Surface Plasmon Enhanced Fluorescence Spectroscopy. · Fluorescence Imaging Analysis. ♣ Single Moleculare Array. δ Streptavidin-β-Galactosidase.
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4. Conclusions

IL-6 has pivotal role in manifestation of many diseases, including cancer and sepsis. Its level
in patient’s serum can facilitate timely diagnosis and treatment. The prognostic level of IL-6 varies
from 5 to 100,000 pg/mL, depending on the nature and severity of a disease. Many variants of
optical and electrochemical biosensors have been introduced during the past decade, with an aim to
combine all desirable properties of the ideal sensor, i.e., ultra-sensitivity, assay simplicity, integrability,
and reliability. One important factor to consider here is that developed sensor architecture should
exhibit dynamic range which falls within the prognostic levels of IL-6. Fluorescence immunoassay
(FIA) is a well-established and commercially-used method for detection, but it has the limitation of
narrow dynamic range. The attempts to widen the detection range while maintaining sensitivity
have led to the development of SPFS platforms which offer a three-fold increment in sensitivity, with
shorter incubation time. The sandwich-based configuration exhibits longer incubation duration due
to complex multi-step reactions. Signal amplification approaches that include careful selection of
coupling agent and attachment of multiple fluorescent labels with conjugate provided a facile detection
method with considerable improvement in sensitivity; however, the maximum increase in dynamic
range was found at 11,859 pg/mL.

Photobleaching of the fluorophores that are used to label conjugate compromises the reliability
of optical signal. The decrease in signal intensity produces a false signal and generates misleading
quantitative analysis. Electrochemical biosensors were introduced to counter this effect and include
integrability features. We can confidently deduce, after critically analyzing the performance of
ECIA-based detection methods, that it holds immense potential for commercial applications because it
offers real-time, in-situ monitoring with a dynamic range up to 100,000 pg/mL and LOD in fg/mL.
The incubation time is also reduced, and the most sensitive indirect competitive approach permits
single-step detection of analyte. In ECIA methods, we have noticed that shelf life of biosensors increases
when the conjugate label used is either AuNP or CNT. On the contrary, CNT augments charge transfer
resistance in amperometric detection technique, thus limiting its applicability. A single-step indirect
competitive assay was found to be a favorable approach in developing a high fidelity biosensor. A
comparison of icECIA and icPECIA shows that the latter is a more cost-effective method, with the
same dynamic range. The charge separation properties of icPECIA were excellent because of the
difference in excitation and emission source. In addition, photogenerated electrons have ultrafast
transfer kinetics when the co-sensitization strategy is used for signal amplification. We suggest that
icPECIA-based biosensors provide a technically feasible and facile detection method and have potential
for commercialization.
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Abbreviations

The following abbreviations are used in this manuscript:

IL-6 Interleukin 6
IL-6R Interleukin 6 Receptor
TNF Tumor Necrosis Factor
ACTH Adrenocorticotrophic Hormone
CRF Corticotrophin Releasing Factor
GCC Glucocorticoid Hormone
CRP c-reactive Protein
AD Alzheimer’s Disease



Sensors 2020, 20, 646 19 of 27

LPL Lipoprotein Lipase
dECIA Direct Electrochemical Immunoassay
icECIA Indirect Competitive Electrochemical Immunoassay
sECIA-NP Sandwich Nanoparticles Labeled Electrochemical Immunoassay
sELECIA Sandwich Enzyme Linked Electrochemical Immunoassay
FIA Fluorescent Immunoassay
CLIA Chemiluminescent Immunoassay
PECIA Photo-Electrochemical Immunoassay
PLIA Photoluminescence Immunoassay
PPy Polypyrrole
CNT Carbon Nanotubes
CTOB Combination Tapered Optic Fiber Biosensor

References

1. Kishimoto, T.; Tanaka, T. Interleukin 6. In Encyclopedia of Inflammatory Diseases; Springer: New York, NY,
USA, 2015; pp. 1–8.

2. Sehgal, P. Interleukin-6: A regulator of plasma protein gene expression in hepatic and non-hepatic tissues.
Mol. Biol. Med. 1990, 7, 117–130. [PubMed]

3. Akira, S.; Hirano, T.; Taga, T.; Kishimoto, T. Biology of multifunctional cytokines: IL-6 and related molecules
(IL 1 & TNF). FASEB J. 1990, 4, 2860–2867.

4. Hirano, T.; Akira, S.; Taga, T.; Kishimoto, T. Biological and clinical aspects of interleukin 6. Immunol. Today
1990, 11, 443–449. [CrossRef]

5. Van Snick, J. Interleukin-6: An overview. Annu. Rev. Immunol. 1990, 8, 253–278. [CrossRef] [PubMed]
6. Akira, S.; Taga, T.; Kishimoto, T. Interleukin-6 in biology and medicine. In Advances in Immunology; Elsevier:

Amsterdam, The Netherlands, 1993; Volume 54, pp. 1–78.
7. May, L.T.; Santhanam, U.; Tatter, S.B.; Bhardwaj, N.; Ghrayeb, J.; Sehgal, P.B. Phosphorylation of secreted

forms of human β2-interferon/hepatocyte stimulating factor/interleukin-6. Biochem. Biophys. Res. Commun.
1988, 152, 1144–1150. [CrossRef]

8. Hirano, T.; Yasukawa, K.; Harada, H.; Taga, T.; Watanabe, Y.; Matsuda, T.; Kashiwamura, S.I.; Nakajima, K.;
Koyama, K.; Iwamatsu, A.; et al. Complementary DNA for a novel human interleukin (BSF-2) that induces
B lymphocytes to produce immunoglobulin. Nature 1986, 324, 73–76. [CrossRef]

9. Van Snick, J.; Cayphas, S.; Szikora, J.P.; Renauld, J.C.; Van Roost, E.; Boon, T.; Sirnpson, R.J. cDNA cloning of
murine interleukin-HP1: Homology with human interleukin 6. Eur. J. Immunol. 1988, 18, 193–197. [CrossRef]

10. Northemann, W.; Braciak, T.; Hattori, M.; Lee, F.; Fey, G.H. Structure of the rat interleukin 6 gene and its
expression in macrophage-derived cells. J. Biol. Chem. 1989, 264, 16072–16082.

11. Bazan, J.F. Haemopoietic receptors and helical cytokines. Immunol. Today 1990, 11, 350–354. [CrossRef]
12. Yamasaki, K.; Taga, T.; Hirata, Y.; Yawata, H.; Kawanishi, Y.; Seed, B.; Taniguchi, T.; Hirano, T.; Kishimoto, T.

Cloning and expression of the human interleukin-6 (BSF-2/IFN beta 2) receptor. Science 1988, 241, 825–828.
[CrossRef]

13. Sugita, T.; Totsuka, T.; Saito, M.; Yamasaki, K.; Taga, T.; Hirano, T.; Kishimoto, T. Functional murine
interleukin 6 receptor with the intracisternal A particle gene product at its cytoplasmic domain. Its possible
role in plasmacytomagenesis. J. Exp. Med. 1990, 171, 2001–2009. [CrossRef] [PubMed]

14. Taga, T.; Narazaki, M.; Yasukawa, K.; Saito, T.; Miki, D.; Hamaguchi, M.; Davis, S.; Shoyab, M.;
Yancopoulos, G.D.; Kishimoto, T. Functional inhibition of hematopoietic and neurotrophic cytokines
by blocking the interleukin 6 signal transducer gp130. Proc. Natl. Acad. Sci. USA 1992, 89, 10998–11001.
[CrossRef] [PubMed]

15. Yawata, H.; Yasukawa, K.; Natsuka, S.; Murakami, M.; Yamasaki, K.; Hibi, M.; Taga, T.; Kishimoto, T.
Structure-function analysis of human IL-6 receptor: Dissociation of amino acid residues required for
IL-6-binding and for IL-6 signal transduction through gp130. EMBO J. 1993, 12, 1705–1712. [CrossRef]
[PubMed]

16. Taga, T.; Hibi, M.; Hirata, Y.; Yamasaki, K.; Yasukawa, K.; Matsuda, T.; Hirano, T.; Kishimoto, T. Interleukin-6
triggers the association of its receptor with a possible signal transducer, gp130. Cell 1989, 58, 573–581.
[CrossRef]

http://www.ncbi.nlm.nih.gov/pubmed/2188060
http://dx.doi.org/10.1016/0167-5699(90)90173-7
http://dx.doi.org/10.1146/annurev.iy.08.040190.001345
http://www.ncbi.nlm.nih.gov/pubmed/2188664
http://dx.doi.org/10.1016/S0006-291X(88)80404-2
http://dx.doi.org/10.1038/324073a0
http://dx.doi.org/10.1002/eji.1830180202
http://dx.doi.org/10.1016/0167-5699(90)90139-Z
http://dx.doi.org/10.1126/science.3136546
http://dx.doi.org/10.1084/jem.171.6.2001
http://www.ncbi.nlm.nih.gov/pubmed/2112585
http://dx.doi.org/10.1073/pnas.89.22.10998
http://www.ncbi.nlm.nih.gov/pubmed/1438305
http://dx.doi.org/10.1002/j.1460-2075.1993.tb05815.x
http://www.ncbi.nlm.nih.gov/pubmed/8467812
http://dx.doi.org/10.1016/0092-8674(89)90438-8


Sensors 2020, 20, 646 20 of 27

17. Hibi, M.; Murakami, M.; Saito, M.; Hirano, T.; Taga, T.; Kishimoto, T. Molecular cloning and expression of an
IL-6 signal transducer, gp130. Cell 1990, 63, 1149–1157. [CrossRef]

18. Murakami, M.; Narazaki, M.; Hibi, M.; Yawata, H.; Yasukawa, K.; Hamaguchi, M.; Taga, T.; Kishimoto, T.
Critical cytoplasmic region of the interleukin 6 signal transducer gp130 is conserved in the cytokine receptor
family. Proc. Natl. Acad. Sci. USA 1991, 88, 11349–11353. [CrossRef]

19. Lieberman, A.P.; Pitha, P.M.; Shin, H.S.; Shin, M.L. Production of tumor necrosis factor and other cytokines
by astrocytes stimulated with lipopolysaccharide or a neurotropic virus. Proc. Natl. Acad. Sci. USA 1989,
86, 6348–6352. [CrossRef]

20. Satoh, T.; Nakamura, S.; Taga, T.; Matsuda, T.; Hirano, T.; Kishimoto, T.; Kaziro, Y. Induction of neuronal
differentiation in PC12 cells by B-cell stimulatory factor 2/interleukin 6. Mol. Cell. Biol. 1988, 8, 3546–3549.
[CrossRef]

21. Spangelo, B.L.; Judd, A.M.; Isakson, P.C.; Macleod, R.M. Interleukin-6 stimulates anterior pituitary hormone
release in vitro. Endocrinology 1989, 125, 575–577. [CrossRef]

22. Lyson, K. The stimulatory effect of interleukin-6 on corticotrophin-releasing factor and thyrotropin-releasing
hormone secretion in vitro. Prog. Neuroendocrinol. Immunol. 1991, 4, 161–165.

23. Navarra, P.; Tsagarakis, S.; Faria, M.S.; Rees, L.H.; Besser, G.M.; Grossman, A.B. Interleukins-1 and -6
stimulate the release of corticotropin-releasing hormone-41 from rat hypothalamus in vitro via the eicosanoid
cyclooxygenase pathway. Endocrinology 1991, 128, 37–44. [CrossRef] [PubMed]

24. Naitoh, Y.; Fukata, J.; Tominaga, T.; Nakai, Y.; Tamai, S.; Mori, K.; Imura, H. Interleukin-6 stimulates the
secretion of adrenocorticotropic hormone in conscious, freely-moving rats. Biochem. Biophys. Res. Commun.
1988, 155, 1459–1463. [CrossRef]

25. De Simoni, M.G.; Sironi, M.; De Luigi, A.; Manfridi, A.; Mantovani, A.; Ghezzi, P. Intracerebroventricular
injection of interleukin 1 induces high circulating levels of interleukin 6. J. Exp. Med. 1990, 171, 1773–1778.
[CrossRef] [PubMed]

26. LeMay, L.; Vander, A.J.; Kluger, M.J. Role of interleukin 6 in fever in rats. Am. J. Physiol.-Regul. Integr. Comp.
Physiol. 1990, 258, R798–R803. [CrossRef] [PubMed]

27. Leu, S.J.C.; Singh, V.K. Stimulation of interleukin-6 production by corticotropin-releasing factor. Cell.
Immunol. 1992, 143, 220–227. [CrossRef]

28. Salas, M.; Evans, S.; Levell, M.; Whicher, J. Interleukin-6 and ACTH act synergistically to stimulate the
release of corticosterone from adrenal gland cells. Clin. Exp. Immunol. 1990, 79, 470–473. [CrossRef]

29. Schooltink, H.; Schmitz-Van de Leur, H.; Heinrich, P.C.; Rose-John, S. Up-regulation of the
interleukin-6-signal transducing protein (gp130) by interleukin-6 and dexamethasone in HepG2 cells. FEBS
Lett. 1992, 297, 263–265. [CrossRef]

30. Snyers, L.; De Wit, L.; Content, J. Glucocorticoid up-regulation of high-affinity interleukin 6 receptors on
human epithelial cells. Proc. Natl. Acad. Sci. USA 1990, 87, 2838–2842. [CrossRef]

31. Kushner, I. The phenomenon of the acute phase response. Ann. N. Y. Acad. Sci. 1982, 389, 39–48. [CrossRef]
32. Koj, A. The Acute-Phase Response to Injury and Infection. 1985. Available online: https://ci.nii.ac.jp/naid/

10008639154/ (accessed on 22 July 2019).
33. Gauldie, J.; Richards, C.; Harnish, D.; Lansdorp, P.; Baumann, H. Interferon β2/B-cell stimulatory factor

type 2 shares identity with monocyte-derived hepatocyte-stimulating factor and regulates the major acute
phase protein response in liver cells. Proc. Natl. Acad. Sci. USA 1987, 84, 7251–7255. [CrossRef]

34. Hack, C.E.; De Groot, E.R.; Felt-Bersma, R.; Nuijens, J.H.; Van Schijndel, R.S.; Eerenberg-Belmer, A.;
Thijs, L.G.; Aarden, L.A. Increased plasma levels of interleukin-6 in sepsis. Blood 1989, 74, 1704–1710.
[CrossRef] [PubMed]

35. Waage, A.; Brandtzaeg, P.; Halstensen, A.; Kierulf, P.; Espevik, T. The complex pattern of cytokines in serum
from patients with meningococcal septic shock. Association between interleukin 6, interleukin 1, and fatal
outcome. J. Exp. Med. 1989, 169, 333–338. [CrossRef] [PubMed]

36. Bauer, J.; Herrmann, F. Interleukin-6 in clinical medicine. Ann. Hematol. 1991, 62, 203–210. [CrossRef]
37. Crowl, R.M.; Stoller, T.; Conroy, R.; Stoner, C. Induction of phospholipase A2 gene expression in human

hepatoma cells by mediators of the acute phase response. J. Biol. Chem. 1991, 266, 2647–2651. [PubMed]

http://dx.doi.org/10.1016/0092-8674(90)90411-7
http://dx.doi.org/10.1073/pnas.88.24.11349
http://dx.doi.org/10.1073/pnas.86.16.6348
http://dx.doi.org/10.1128/MCB.8.8.3546
http://dx.doi.org/10.1210/endo-125-1-575
http://dx.doi.org/10.1210/endo-128-1-37
http://www.ncbi.nlm.nih.gov/pubmed/1846105
http://dx.doi.org/10.1016/S0006-291X(88)81305-6
http://dx.doi.org/10.1084/jem.171.5.1773
http://www.ncbi.nlm.nih.gov/pubmed/2332736
http://dx.doi.org/10.1152/ajpregu.1990.258.3.R798
http://www.ncbi.nlm.nih.gov/pubmed/2316725
http://dx.doi.org/10.1016/0008-8749(92)90018-K
http://dx.doi.org/10.1111/j.1365-2249.1990.tb08114.x
http://dx.doi.org/10.1016/0014-5793(92)80552-R
http://dx.doi.org/10.1073/pnas.87.7.2838
http://dx.doi.org/10.1111/j.1749-6632.1982.tb22124.x
https://ci.nii.ac.jp/naid/10008639154/
https://ci.nii.ac.jp/naid/10008639154/
http://dx.doi.org/10.1073/pnas.84.20.7251
http://dx.doi.org/10.1182/blood.V74.5.1704.1704
http://www.ncbi.nlm.nih.gov/pubmed/2790194
http://dx.doi.org/10.1084/jem.169.1.333
http://www.ncbi.nlm.nih.gov/pubmed/2783334
http://dx.doi.org/10.1007/BF01729833
http://www.ncbi.nlm.nih.gov/pubmed/1846631


Sensors 2020, 20, 646 21 of 27

38. Ganter, U.; Strauss, S.; Jonas, U.; Weidemann, A.; Beyreuther, K.; Volk, B.; Berger, M.; Bauer, J. Alpha
2-macroglobulin synthesis in interleukin-6-stimulated human neuronal SH-SY5Y neuroblastoma cells
Potential significance for the processing of Alzheimer β-amyloid precursor protein. FEBS Lett. 1991,
282, 127–131. [CrossRef]

39. Griffin, W.; Stanley, L.; Ling, C.; White, L.; MacLeod, V.; Perrot, L.; White, C.r.; Araoz, C. Brain interleukin 1
and S-100 immunoreactivity are elevated in Down syndrome and Alzheimer disease. Proc. Natl. Acad. Sci.
USA 1989, 86, 7611–7615. [CrossRef] [PubMed]

40. Vandenabeele, P.; Fiers, W. Is amyloidogenesis during Alzheimer’s disease due to an IL-1-/IL-6-mediated
‘acute phase response’ in the brain? Immunol. Today 1991, 12, 217–219. [CrossRef]

41. Cojocaru, I.M.; Cojocaru, M.; Miu, G.; Sapira, V. Study of interleukin-6 production in Alzheimer’s disease.
Rom. J. Intern. Med. 2011, 49, 55–58.

42. Chavanet, P.; Bonnotte, B.; Guiguet, M.; Zeller, V.; Solary, E.; Maurice, L.; Casasnovas, O.; Caillot, D.;
Waldner, A.; Kisterman, J.; et al. High concentrations of intrathecal interleukin-6 in human bacterial and
nonbacterial meningitis. J. Infect. Dis. 1992, 166, 428–431. [CrossRef]

43. Miyao, Y.; Yasue, H.; Ogawa, H.; Misumi, I.; Masuda, T.; Sakamoto, T.; Morita, E. Elevated plasma
interleukin-6 levels in patients with acute myocardial infarction. Am. Heart J. 1993, 126, 1299–1304.
[CrossRef]

44. Jourdan, M.; Bataille, R.; Seguin, J.; Zhang, X.G.; Chaptal, P.A.; Klein, B. Constitutive production of
interleukin-6 and immunologic features in cardiac myxomas. Arthritis Rheum. Off. J. Am. Coll. Rheumatol.
1990, 33, 398–402. [CrossRef] [PubMed]

45. Nachbaur, D.; Herold, M.; Maneschg, A.; Huber, H. Serum levels of interleukin-6 in multiple myeloma and
other hematological disorders: Correlation with disease activity and other prognostic parameters. Ann.
Hematol. 1991, 62, 54–58. [CrossRef] [PubMed]

46. Ndede, I.; Mining, S.K.; Patel, K.; Wanjala, F.M.; Chumba, D.; Tenge, C. Cytokines associated with Burkitt’s
lymphoma in western Kenya. BMC Res. Notes 2017, 10, 519. [CrossRef] [PubMed]

47. Tosato, G.; Jones, K.; Breinig, M.K.; Mcwilliams, H.P.; McKnight, J. Interleukin-6 production in posttransplant
lymphoproliferative disease. J. Clin. Investig. 1993, 91, 2806–2814. [CrossRef]

48. Iwase, S.; Murakami, T.; Saito, Y.; Nakagawa, K. Steep elevation of blood interleukin-6 (IL-6) associated only
with late stages of cachexia in cancer patients. Eur. Cytokine Netw. 2004, 15, 312–316.

49. Linker-Israeli, M.; Deans, R.; Wallace, D.; Prehn, J.; Ozeri-Chen, T.; Klinenberg, J. Elevated levels of
endogenous IL-6 in systemic lupus erythematosus. A putative role in pathogenesis. J. Immunol. 1991,
147, 117–123.

50. Grossman, R.M.; Krueger, J.; Yourish, D.; Granelli-Piperno, A.; Murphy, D.P.; May, L.T.; Kupper, T.S.;
Sehgal, P.B.; Gottlieb, A.B. Interleukin 6 is expressed in high levels in psoriatic skin and stimulates
proliferation of cultured human keratinocytes. Proc. Natl. Acad. Sci. USA 1989, 86, 6367–6371. [CrossRef]

51. Wong, V.W.S.; Yu, J.; Cheng, A.S.L.; Wong, G.L.H.; Chan, H.Y.; Chu, E.S.H.; Ng, E.K.O.; Chan, F.K.L.;
Sung, J.J.Y.; Chan, H.L.Y. High serum interleukin-6 level predicts future hepatocellular carcinoma
development in patients with chronic hepatitis B. Int. J. Cancer 2009, 124, 2766–2770. [CrossRef]

52. Ikebuchi, K.; Wong, G.G.; Clark, S.C.; Ihle, J.N.; Hirai, Y.; Ogawa, M. Interleukin 6 enhancement of interleukin
3-dependent proliferation of multipotential hemopoietic progenitors. Proc. Natl. Acad. Sci. USA 1987,
84, 9035–9039. [CrossRef]

53. Okano, A.; Suzuki, C.; Takatsuki, F.; Akiyama, Y.; Koike, K.; Ozawa, K.; Hirano, T.; Kishimoto, T.;
Nakahata, T.; Asano, S. In vitro expansion of the murine pluripotent hemopoietic stem cell population in
response to interleukin 3 and interleukin 6. Application to bone marrow transplantation. Transplantation
1989, 48, 495–498. [CrossRef]

54. Rennick, D.; Jackson, J.; Yang, G.; Wideman, J.; Lee, F.; Hudak, S. Interleukin-6 interacts with interleukin-4
and other hematopoietic growth factors to selectively enhance the growth of megakaryocytic, erythroid,
myeloid, and multipotential progenitor cells. Blood 1989, 73, 1828–1835. [CrossRef] [PubMed]

55. Ishibashi, T.; Kimura, H.; Uchida, T.; Kariyone, S.; Friese, P.; Burstein, S.A. Human interleukin 6 is a
direct promoter of maturation of megakaryocytes in vitro. Proc. Natl. Acad. Sci. USA 1989, 86, 5953–5957.
[CrossRef] [PubMed]

56. Hill, R.; Warren, M.; Levin, J. Stimulation of thrombopoiesis in mice by human recombinant interleukin 6.
J. Clin. Investig. 1990, 85, 1242–1247. [CrossRef] [PubMed]

http://dx.doi.org/10.1016/0014-5793(91)80460-K
http://dx.doi.org/10.1073/pnas.86.19.7611
http://www.ncbi.nlm.nih.gov/pubmed/2529544
http://dx.doi.org/10.1016/0167-5699(91)90032-O
http://dx.doi.org/10.1093/infdis/166.2.428
http://dx.doi.org/10.1016/0002-8703(93)90526-F
http://dx.doi.org/10.1002/art.1780330313
http://www.ncbi.nlm.nih.gov/pubmed/1690543
http://dx.doi.org/10.1007/BF01714900
http://www.ncbi.nlm.nih.gov/pubmed/2031968
http://dx.doi.org/10.1186/s13104-017-2841-0
http://www.ncbi.nlm.nih.gov/pubmed/29078819
http://dx.doi.org/10.1172/JCI116523
http://dx.doi.org/10.1073/pnas.86.16.6367
http://dx.doi.org/10.1002/ijc.24281
http://dx.doi.org/10.1073/pnas.84.24.9035
http://dx.doi.org/10.1097/00007890-198909000-00028
http://dx.doi.org/10.1182/blood.V73.7.1828.1828
http://www.ncbi.nlm.nih.gov/pubmed/2469502
http://dx.doi.org/10.1073/pnas.86.15.5953
http://www.ncbi.nlm.nih.gov/pubmed/2788282
http://dx.doi.org/10.1172/JCI114559
http://www.ncbi.nlm.nih.gov/pubmed/2318977


Sensors 2020, 20, 646 22 of 27

57. Navarro, S.; Debili, N.; Le Couedic, J.P.; Klein, B.; Breton-Gorius, J.; Doly, J.; Vainchenker, W. Interleukin-6 and
its receptor are expressed by human megakaryocytes: In vitro effects on proliferation and endoreplication.
Blood 1991, 77, 461–471. [CrossRef] [PubMed]

58. Shabo, Y.; Lotem, J.; Sachs, L. Autoregulation of interleukin 6 and granulocyte-macrophage
colony-stimulating factor in the differentiation of myeloid leukemic cells. Mol. Cell. Biol. 1989, 9, 4109–4112.
[CrossRef] [PubMed]

59. Van Damme, J.; Opdenakker, G.; Simpson, R.; Rubira, M.; Cayphas, S.; Vink, A.; Billiau, A.;
Van Snick, J. Identification of the human 26-kDa protein, interferon beta 2 (IFN-beta 2), as a B cell
hybridoma/plasmacytoma growth factor induced by interleukin 1 and tumor necrosis factor. J. Exp.
Med. 1987, 165, 914–919. [CrossRef] [PubMed]

60. Kawano, M.; Hirano, T.; Matsuda, T.; Taga, T.; Horii, Y.; Iwato, K.; Asaoku, H.; Tang, B.; Tanabe, O.;
Tanaka, H.; et al. Autocrine generation and requirement of BSF-2/IL-6 for human multiple myelomas.
Nature 1988, 332, 83–85. [CrossRef]

61. Nordan, R.; Pumphrey, J.; Rudikoff, S. Purification and NH2-terminal sequence of a plasmacytoma growth
factor derived from the murine macrophage cell line P388D1. J. Immunol. 1987, 139, 813–817.

62. Aarden, L.A.; De Groot, E.R.; Schaap, O.L.; Lansdorp, P.M. Production of hybridoma growth factor by
human monocytes. Eur. J. Immunol. 1987, 17, 1411–1416. [CrossRef]

63. Jernberg-Wiklund, H.; Pettersson, M.; Carlsson, M.; Nilsson, K. Increase in interleukin 6 (IL-6) and IL-6
receptor expression in a human multiple myeloma cell line U–266, during long-term in vitro culture and the
development of a possible autocrine IL-6 loop. Leukemia 1992, 6, 310–318.

64. Tosato, G.; Tanner, J.; Jones, K.; Revel, M.; Pike, S. Identification of interleukin-6 as an autocrine growth
factor for Epstein-Barr virus-immortalized B cells. J. Virol. 1990, 64, 3033–3041. [CrossRef] [PubMed]

65. Yokoi, T.; Miyawaki, T.; Yachie, A.; Kato, K.; Kasahara, Y.; Taniguchi, N. Epstein-Barr virus-immortalized B
cells produce IL-6 as an autocrine growth factor. Immunology 1990, 70, 100–105. [PubMed]

66. Yee, C.; Biondi, A.; Wang, X.; Iscove, N.N.; de Sousa, J.; Aarden, L.A.; Wong, G.G.; Clark, S.C.; Messner, H.A.;
Minden, M.D. A possible autocrine role for interleukin-6 in two lymphoma cell lines. Blood 1989, 74, 798–804.
[CrossRef] [PubMed]

67. Swinnen, L.J.; Costanzo-Nordin, M.R.; Fisher, S.G.; O’Sullivan, E.J.; Johnson, M.R.; Heroux, A.L.; Dizikes, G.J.;
Pifarre, R.; Fisher, R.I. Increased incidence of lymphoproliferative disorder after immunosuppression with
the monoclonal antibody OKT3 in cardiac-transplant recipients. N. Engl. J. Med. 1990, 323, 1723–1728.
[CrossRef] [PubMed]

68. Abramowicz, D.; Schandené, L.; Goldman, M.; Crusiaux, A.; Vereerstraeten, P.; De, L.P.; Wybran, J.;
Kinnaert, P.; Dupont, E.; Toussaint, C. Release of tumor necrosis factor, Interleukin-2, and gamma-interferon
in serum after injection of OKT3 monoclonal antibody in kidney transplant recipients. Transplantation 1989,
47, 606–608. [CrossRef]

69. Chatenoud, L.; Ferran, C.; Reuter, A.; Legendre, C.; Gevaert, Y.; Kreis, H.; Franchimont, P.; Bach, J. Systemic
reaction to the anti-T-cell monoclonal antibody OKT3 in relation to serum levels of tumor necrosis factor and
interferon-gamma [corrected]. N. Engl. J. Med. 1989, 320, 1420–1421.

70. Hirohata, S.; Miyamoto, T. Elevated levels of interleukin-6 in cerebrospinal fluid from patients with systemic
lupus erythematosus and central nervous system invol vement. Arthritis Rheum. 1990, 33, 644–649. [CrossRef]

71. Kitani, A.; Hara, M.; Hirose, T.; Norioka, K.; Harigai, M.; Hirose, W.; Suzuki, K.; Kawakami, M.; Kawagoe, M.;
Nakamura, H. Heterogeneity of B cell responsiveness to interleukin 4, interleukin 6 and low molecular weight
B cell growth factor in discrete stages of B cell activation in patients with systemic lupus erythematosus.
Clin. Exp. Immunol. 1989, 77, 31–36.

72. Rumore, P.M.; Steinman, C.R. Endogenous circulating DNA in systemic lupus erythematosus. Occurrence
as multimeric complexes bound to histone. J. Clin. Investig. 1990, 86, 69–74. [CrossRef]

73. Hefeneider, S.H.; Cornell, K.A.; Brown, L.E.; Bakke, A.C.; McCoy, S.L.; Bennett, R.M. Nucleosomes and
DNA bind to specific cell-surface molecules on murine cells and induce cytokine production. Clin. Immunol.
Immunopathol. 1992, 63, 245–251. [CrossRef]

74. Bataille, R.; Chappard, D.; Klein, B. The critical role of interleukin-6, interleukin-1B and macrophage
colony-stimulating factor in the pathogenesis of bone lesions in multiple myeloma. Int. J. Clin. Lab. Res.
1992, 21, 283–287. [CrossRef] [PubMed]

http://dx.doi.org/10.1182/blood.V77.3.461.461
http://www.ncbi.nlm.nih.gov/pubmed/1991163
http://dx.doi.org/10.1128/MCB.9.9.4109
http://www.ncbi.nlm.nih.gov/pubmed/2674690
http://dx.doi.org/10.1084/jem.165.3.914
http://www.ncbi.nlm.nih.gov/pubmed/3493322
http://dx.doi.org/10.1038/332083a0
http://dx.doi.org/10.1002/eji.1830171004
http://dx.doi.org/10.1128/JVI.64.6.3033-3041.1990
http://www.ncbi.nlm.nih.gov/pubmed/2159561
http://www.ncbi.nlm.nih.gov/pubmed/2162322
http://dx.doi.org/10.1182/blood.V74.2.798.bloodjournal742798
http://www.ncbi.nlm.nih.gov/pubmed/2787680
http://dx.doi.org/10.1056/NEJM199012203232502
http://www.ncbi.nlm.nih.gov/pubmed/2100991
http://dx.doi.org/10.1097/00007890-198904000-00008
http://dx.doi.org/10.1002/art.1780330506
http://dx.doi.org/10.1172/JCI114716
http://dx.doi.org/10.1016/0090-1229(92)90229-H
http://dx.doi.org/10.1007/BF02591662
http://www.ncbi.nlm.nih.gov/pubmed/1591381


Sensors 2020, 20, 646 23 of 27

75. Calderon, T.M.; Sherman, J.; Wilkerson, H.; Hatcher, V.B.; Berman, J.W. Interleukin 6 modulates c-sis gene
expression in cultured human endothelial cells. Cell. Immunol. 1992, 143, 118–126. [CrossRef]

76. Nabata, T.; Morimoto, S.; Koh, E.; Shiraishi, T.; Ogihara, T. Interleukin-6 stimulates c-myc expression and
proliferation of cultured vascular smooth muscle cells. Biochem. Int. 1990, 20, 445–453. [PubMed]

77. Finkel, M.S.; Oddis, C.V.; Jacob, T.D.; Watkins, S.C.; Hattler, B.G.; Simmons, R.L. Negative inotropic effects
of cytokines on the heart mediated by nitric oxide. Science 1992, 257, 387–389. [CrossRef] [PubMed]

78. Entman, M.L.; Michael, L.; Rossen, R.D.; Dreyer, W.; Anderson, D.C.; Taylor, A.; Smith, C.W. Inflammation
in the course of early myocardial ischemia. FASEB J. 1991, 5, 2529–2537. [CrossRef]

79. Ikeda, U.; Ohkawa, F.; Seino, Y.; Yamamoto, K.; Hidaka, Y.; Kasahara, T.; Kawai, T.; Shimada, K. Serum
interleukin 6 levels become elevated in acute myocardial infarction. J. Mol. Cell. Cardiol. 1992, 24, 579–584.
[CrossRef]

80. Fleming, I.; Gray, G.A.; Julou-Schaeffer, G.; Parratt, J.R.; Stoclet, J.C. Incubation with endotoxin activates the
L-arginine pathway in vascular tissue. Biochem. Biophys. Res. Commun. 1990, 171, 562–568. [CrossRef]

81. Westenberger, U.; Thanner, S.; Ruf, H.H.; Gersonde, K.; Sutter, G.; Trentz, O. Formation of free radicals
and nitric oxide derivative of hemoglobin in rats during shock syndrome. Free Radic. Res. Commun. 1990,
11, 167–178. [CrossRef]

82. Hirano, T.; Taga, T.; Yasukawa, K.; Nakajima, K.; Nakano, N.; Takatsuki, F.; Shimizu, M.; Murashima, A.;
Tsunasawa, S.; Sakiyama, F. Human B-cell differentiation factor defined by an anti-peptide antibody and its
possible role in autoantibody production. Proc. Natl. Acad. Sci. USA 1987, 84, 228–231. [CrossRef]

83. Löwik, C.; Van der Pluijm, G.; Bloys, H.; Hoekman, K.; Bijvoet, O.; Aarden, L.; Papapoulos, S. Parathyroid
hormone (PTH) and (PTH)-like protein (PLP) stimulate interleukin-6 production by osteogenic cells: A
possible role of interleukin-6 in osteoclastogenesis. Biochem. Biophys. Res. Commun. 1989, 162, 1546–1552.
[CrossRef]

84. Ishimi, Y.; Miyaura, C.; Jin, C.H.; Akatsu, T.; Abe, E.; Nakamura, Y.; Yamaguchi, A.; Yoshiki, S.; Matsuda, T.;
Hirano, T. IL-6 is produced by osteoblasts and induces bone resorption. J. Immunol. 1990, 145, 3297–3303.
[PubMed]

85. Feyen, J.H.; di Padova, F.E.; Trechsel, U.; Elford, P. Interleukin-6 is produced by bone and modulated by
parathyroid hormone. J. Bone Miner. Res. 1989, 4, 633–638. [CrossRef] [PubMed]

86. Girasole, G.; Jilka, R.L.; Passeri, G.; Boswell, S.; Boder, G.; Williams, D.C.; Manolagas, S.C. 17 β-estradiol
inhibits interleukin-6 production by bone marrow-derived stromal cells and osteoblasts in vitro: A potential
mechanism for the antiosteoporotic effect of estrogens. J. Clin. Investig. 1992, 89, 883–891. [CrossRef]
[PubMed]

87. Jilka, R.L.; Hangoc, G.; Girasole, G.; Passeri, G.; Williams, D.C.; Abrams, J.S.; Boyce, B.; Broxmeyer, H.;
Manolagas, S.C. Increased osteoclast development after estrogen loss: Mediation by interleukin-6. Science
1992, 257, 88–91. [CrossRef]

88. Hirano, T.; Matsuda, T.; Turner, M.; Miyasaka, N.; Buchan, G.; Tang, B.; Sato, K.; Shimi, M.; Maid, R.;
Feldmann, M.; et al. Excessive production of interleukin 6/B cell stimulatory factor-2 in rheumatoid arthritis.
Eur. J. Immunol. 1988, 18, 1797–1802. [CrossRef]

89. Houssiau, F.A.; Devogelaer, J.P.; Van Damme, J.; De Deuxchaisnes, C.N.; Van Snick, J. Interleukin-6 in
synovial fluid and serum of patients with rheumatoid arthritis and other inflammatory arthritides. Arthritis
Rheum. 1988, 31, 784–788. [CrossRef]

90. Bhardwaj, N.; Santhanam, U.; Lau, L.; Tatter, S.; Ghrayeb, J.; Rivelis, M.; Steinman, R.; Sehgal, P.; May, L.
IL-6/IFNβ-2 in synovial effusions of patients with rheumatoid arthritis and other arthritides. Identification
of several isoforms and studies of cellular sources. J. Immunol. 1989, 143, 2153–2159.

91. Hermann, E.; Fleischer, B.; Mayet, W.; Poralla, T. Correlation of synovial fluid interleukin 6 (IL-6) activities
with IgG concentrations in patients with inflammatory joint disease and osteoarthritis. Clin. Exp. Rheumatol.
1989, 7, 411–414.

92. Firestein, G.; Alvaro-Gracia, J.; Maki, R.; Alvaro-Garcia, J. Quantitative analysis of cytokine gene expression
in rheumatoid arthritis. J. Immunol. 1990, 144, 3347–3353.

93. Neurath, A.R.; Strick, N.; Sproul, P. Search for hepatitis B virus cell receptors reveals binding sites for
interleukin 6 on the virus envelope protein. J. Exp. Med. 1992, 175, 461–469. [CrossRef]

http://dx.doi.org/10.1016/0008-8749(92)90010-M
http://www.ncbi.nlm.nih.gov/pubmed/2346497
http://dx.doi.org/10.1126/science.1631560
http://www.ncbi.nlm.nih.gov/pubmed/1631560
http://dx.doi.org/10.1096/fasebj.5.11.1868978
http://dx.doi.org/10.1016/0022-2828(92)91042-4
http://dx.doi.org/10.1016/0006-291X(90)91183-S
http://dx.doi.org/10.3109/10715769009109680
http://dx.doi.org/10.1073/pnas.84.1.228
http://dx.doi.org/10.1016/0006-291X(89)90851-6
http://www.ncbi.nlm.nih.gov/pubmed/2121824
http://dx.doi.org/10.1002/jbmr.5650040422
http://www.ncbi.nlm.nih.gov/pubmed/2816508
http://dx.doi.org/10.1172/JCI115668
http://www.ncbi.nlm.nih.gov/pubmed/1541679
http://dx.doi.org/10.1126/science.1621100
http://dx.doi.org/10.1002/eji.1830181122
http://dx.doi.org/10.1002/art.1780310614
http://dx.doi.org/10.1084/jem.175.2.461


Sensors 2020, 20, 646 24 of 27

94. Horii, Y.; Muraguchi, A.; Iwano, M.; Matsuda, T.; Hirayama, T.; Yamada, H.; Fujii, Y.; Dohi, K.; Ishikawa, H.;
Ohmoto, Y. Involvement of IL-6 in mesangial proliferative glomerulonephritis. J. Immunol. 1989,
143, 3949–3955. [PubMed]

95. Ruef, C.; Budde, K.; Lacy, J.; Northemann, W.; Baumann, M.; Sterzel, R.B.; Coleman, D.L. Interleukin 6 is an
autocrine growth factor for mesangial cells. Kidney Int. 1990, 38, 249–257. [CrossRef] [PubMed]

96. Neuner, P.; Urbanski, A.; Trautinger, F.; Möller, A.; Kirnbauer, R.; Kapp, A.; Schöpf, E.; Schwarz, T.; Luger, T.A.
Increased IL-6 production by monocytes and keratinocytes in patients with psoriasis. J. Investig. Dermatol.
1991, 97, 27–33. [CrossRef] [PubMed]

97. Tracey, K.; Wei, H.; Manogue, K.R.; Fong, Y.; Hesse, D.G.; Nguyen, H.T.; Kuo, G.C.; Beutler, B.; Cotran, R.;
Cerami, A. Cachectin/tumor necrosis factor induces cachexia, anemia, and inflammation. J. Exp. Med. 1988,
167, 1211–1227. [CrossRef] [PubMed]

98. Greenberg, A.S.; Nordan, R.P.; McIntosh, J.; Calvo, J.C.; Scow, R.O.; Jablons, D. Interleukin 6 reduces
lipoprotein lipase activity in adipose tissue of mice in vivo and in 3T3-L1 adipocytes: A possible role for
interleukin 6 in cancer cachexia. Cancer Res. 1992, 52, 4113–4116. [PubMed]

99. Feingold, K.R.; Grunfeld, C. Role of cytokines in inducing hyperlipidemia. Diabetes 1992, 41, 97–101.
[CrossRef]

100. Russell, C.; Ward, A.C.; Vezza, V.; Hoskisson, P.; Alcorn, D.; Steenson, D.P.; Corrigan, D.K. Development of a
needle shaped microelectrode for electrochemical detection of the sepsis biomarker interleukin-6 (IL-6) in
real time. Biosens. Bioelectron. 2019, 126, 806–814. [CrossRef]
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