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Platinum nanozyme-mediated temperature sensor
for sensitive photothermal immunoassay of YKL-
40 under near-infrared light
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Rongfu Huanga and Chunmei Fan *a

This work reports on the proof-of-concept of an innovative photothermal immunosensing platform for the

sensitive screening of YKL-40 in biological fluids by coupling near-infrared light (NIR)-excited platinum

nanoparticles (PtNPs) with a handheld digital thermometer. First, a sandwiched immunoreaction was

performed on a monoclonal rabbit anti-human YKL-40 capture antibody-coated microplate using PtNP-

labeled anti-YKL-40 secondary antibody. After the formation of the sandwiched immunocomplex, the

carried PtNP caused the photothermal conversion under 808 nm laser irradiation relative to the 3,3′,5,5′-

tetramethylbenzidine (TMB)–H2O2 system, thereby, resulting in an increase in the temperature of the

detection solution. Under optimum conditions, the PtNP-based photothermal immunoassay exhibited a

linear relationship within a dynamic range of 0.03–100 ng mL−1 at a low limit of detection of 0.014 ng mL−1

YKL-40. High specificity, good reproducibility, and long-term stability were achieved with this system. In

addition, the accuracy of this method was evaluated for the analysis of human serum samples, giving well-

matched results compared with the human YKL-40 enzyme-linked immunosorbent assay.

Introduction

YKL-40 (coded as gene chitinase-3-like protein 1, a secreted
glycoprotein) is classified as a member of the glycoside
hydrolase family 18.1 It is also a carbohydrate-binding lectin
with a preference for chitin that plays an important role in
tissue remodeling and cell response to changes in the
environment.2,3 In the physiological condition, YKL-40 is
expressed by different cell types, including macrophages,
chondrocytes, synoviocytes, and neutrophils.4 It is known that
YKL-40 is essential for tissue macrophage differentiation from
monocytes and vascular cell activation. Typically, increased
YKL-40 levels in the blood are associated with the progression
of multiple diseases and cancers, such as gastric cancer,
colon cancer, and glioma cancer.5 Interestingly, YKL-40
secreted from macrophages can induce cell migration and
invasion of colon, gastric, and breast cancers. Therefore,
sensitive and specific detection of YKL-40 in biological fluids
is of great interest for clinical diagnostics.

Recently, different methods and strategies have been
reported and developed for the detection of YKL-40,
including enzyme-linked immunosorbent assay (ELISA),

electrochemical method, and optical assays.6,7 Schmalenberg
et al. developed a magnetic bead fluorescent immunoassay
for the rapid detection of the inflammation marker YKL-40.8

The Chaocharoen group designed a label-free electrochemical
immunosensor for the voltammetric detection of human
chitinase-3-like protein 1 by matching the antibody-modified
gold electrode.9 Ceuninck et al. fabricated an enzyme-linked
immunoassay for the quantification of YKL-40 using hen egg
yolk antibodies.10 Despite some advances in this field, there
is still a need to explore sensitive immunosensing systems to
simplify the operation process. Recent studies have mainly
focused on the development and preparation of
immunoassays with the aim of manufacturing portable and
affordable diagnostic devices.11,12 Point-of-care testing
(POCT) and medical testing at the site of patient care bring
the test conveniently and immediately to the patient.13 Yu
et al. prepared a paper electrode-based flexible pressure
sensor for the point-of-care immunoassay using a digital
multimeter.14 Zeng et al. constructed a smartphone-based
electrochemical immunoassay for the point-of-care detection
of SARS-CoV-2 nucleocapsid protein.15 Our motivation for
this study was to explore an affordable point-of-care
immunoassay for the sensitive monitoring of YKL-40.

The digital thermometer is currently one of the most
widely used temperature sensors because of its portable size,
easy operation, low cost, and reliable quantitative results.16

Lu et al. proposed a dual-mode photoelectrochemical and
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photothermal immunoassay coupled with an Ag/MoO3–Pd-
mediated gasochromic reaction.17 Yu et al. innovatively
developed a flexible and high-throughput photothermal
biosensor for rapid screening of acute myocardial infarction
using thermochromic paper-based image analysis.18 For the
successful development of photothermal immunoassay, the
design of a photo-heat conversion system is very important.
Routine approaches generally involve an enzyme label or a
nano label.19 Enzyme-based immunoassays are susceptible to
interference and changes in assay conditions during the
signal generation stage.20 In contrast, the emergence of
nanotechnology has opened a new horizon for the use of
nano labels for photothermal immunoassays. To the best of
our knowledge, there has been no report focusing on
nanozyme-based photothermal immunoassay for YKL-40
until now.

As is well-known, nanometer-sized platinum nanoparticles
can exhibit highly catalytic activity for the reduction of
hydrogen peroxide (H2O2).

21–24 Actually, platinum nanozyme
can not only catalyze the oxidation of H2O2 with the
peroxidase-like activity,20 but also display the laccase-like
activity and antioxidant capacity in different matrices.25–27 In
this work, substrate H2O2 was only used as a model for the
development of platinum nanozyme-based photothermal
immunoassay. Under near-infrared (NIR) light irradiation,
the photo-heat conversion can be readily carried out using
platinum nanoparticles (PtNP) relative to the 3,3′,5,5′-
tetramethylbenzidine (TMB)–H2O2 system.28 PtNP can be
used as peroxidase-like mimic to oxidize TMB into the
photothermal product, oxidized TMB (ox-TMB) during the
process, thus increasing the temperature of the solution.
With the PtNP–TMB–H2O2 system, we designed an innovative
photothermal immunoassay for the portable detection of
YKL-40 by using the PtNP-labeled detection antibody on the

capture antibody-coated microplate with a sandwiched
reaction mode. By monitoring the temperature change using
a handheld digital thermometer, we quantitatively evaluated
the concentration of target YKL-40 in the sample (Scheme 1).

Experimental section
Materials and reagents

Human YKL-40 ELISA kit (one-wash 90 min protocol,
sensitivity: 3.9 pg mL−1, range: 23.44–1500 pg mL−1),
monoclonal rabbit anti-human YKL-40 antibody (mAb1,
clone: EPR19078-1571), and monoclonal rabbit anti-human
YKL-40 antibody (mAb2, clone: EPR27396-56) were purchased
from Abcam (Shanghai, China). Platinum nanoparticles
(PtNPs; pure, 20 nm in water at 500 mg L−1 surfactant and
reactant-free, stabilized with <0.01 mM of citrate to enhance
the stability of platinum nanoparticles and the conjugated
capacity with the antibodies) were obtained from Aladdin
(Shanghai, China). All high-binding polystyrene 96-well
microtiter plates were obtained from Greiner (Ref. 655061,
Greiner, Frickenhausen, Germany). Bovine serum albumin
(BSA, 96–99%) and 3,3′,5,5′-tetramethylbenzidine (TMB) were
purchased from Sinopharm Chem. Re. Co., Ltd. (Shanghai,
China). All other reagents were of analytical grade and were
used without further purification. Ultrapure water obtained
using a Millipore water purification system (18.2 MΩ, Milli-Q,
Millipore) was used in all runs.

A pH 9.6 coating buffer (1.59 g Na2CO3, 2.93 g NaHCO3,
and 0.2 g NaN3) and a pH 7.4 phosphate-buffered saline
(PBS, 0.01 M) (2.9 g Na2HPO4·12H2O, 0.24 g KH2PO4, 0.2
g KCl, and 8.0 g NaCl) were prepared by adding the
corresponding chemicals into 1000 mL distilled water. The
blocking buffer and washing buffer were obtained by adding
1.0% BSA (w/v) and 0.05% Tween 20 (v/v) in PBS, respectively.

Scheme 1 Schematic illustration of the PtNP-based photothermal immunoassay to target YKL-40 on monoclonal rabbit anti-human YKL-40
capture antibody (mAb1)-coated microplate using monoclonal rabbit anti-human YKL-40 secondary antibody (mAb1)-labeled platinum nanoparticle
(PtNP) with a sandwich-type immunoreaction mode relative to the 3,3′,5,5′-tetramethylbenzidine (TMB)–H2O2 system under 808 nm near-infrared
(NIR) laser irradiation.
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Labelling of PtNPs with mAb2 antibodies

Prior to the experiment, 5.0 mL of 20 nm platinum colloids
(PtNPs, C[Pt] = 24 μM) was adjusted to pH 9.0–9.5 by directly
using 0.1 M Na2CO3 aqueous solution. Thereafter, 500 μL of
mAb2 antibodies (1.0 mg mL−1) in PBS (pH 7.4, 0.01 M) were
added to the platinum colloid. After gently shaking for 5
min, the mixture was transferred to the refrigerator at 4 °C
for further reaction (overnight). During this process, mAb2
antibodies were covalently bound to PtNPs via the dative
binding between PtNPs and free-SH groups of the antibody.29

Following that, the mixture was then centrifuged (13 000g) for
25 min at room temperature. The mAb2-functionalized
platinum nanoparticles (designated as mAb2-PtNPs) were re-
suspended in 1.0 mL of 2.0 mM sodium carbonate solution
containing 1.0 wt% BSA and 0.1% sodium azide, pH 7.4, and
stored at 4 °C until use.

Preparation of mAb1 capture antibody-coated microplate

A high-binding polystyrene 96-well microplates (Ref. 655061,
Greiner, Frickenhausen, Germany) were coated overnight at 4
°C with 50 μL per well of mAb1 antibody at a concentration
of 10 μg mL−1 in 0.05 M sodium carbonate buffer (pH 9.6).
The microplates were covered with an adhesive plastic plate
sealing film to prevent evaporation. On the following day, the
plates were washed three times with the washing buffer and
then incubated with 300 μL per well of blocking buffer for 1
h at 37 °C with shaking. The plates were washed as before
for use.

Immunoreaction protocol and photothermal measurements

Initially, 50 μL of YKL-40 standards or samples with various
concentrations in PBS (pH 7.4, 10 mM) were added to the
microplates and incubated for 1 h at 37 °C under shaking.
After washing, 50 μL of the above-prepared mAb2-PtNP
suspension was added to the well and incubated for 1 h at 37
°C with shaking. After washing with the washing buffer, 100
μL of the substrate solution containing 7.63 M H2O2 and
0.921 mM TMB in PBS (10 mM, pH 7.4) was added to each
well. The plates were then shaken for 1.0 min on a plate
shaker for the photothermal measurement. The temperature
sensor was inserted into the microplate (close to the bottom
of the well) and the temperature of the detection solution
was determined after coupling it with the photo-heat
conversion system on a portable VICTOR 86 digital
thermometer using an 808 nm adjustable laser irradiation
(2.5 W cm−2). To avoid possible errors resulting from the
different-batch introduction of the digital thermometer, the
signal for each well was recorded as the irradiation from 30 s
onwards (after the introduction of the thermometer) until the
equilibrium was reached at ∼8 min (optimized). The control
tests with normal (negative) samples and the evaluations for
human serum specimens were performed accordingly. The
collected temperature relative to the target YKL-40
concentration was recorded as the signal of the photothermal
immunoassay. All the determinations were made at least in

duplicate. All the measurements were carried out at room
temperature (25 ± 1.0 °C) unless mentioned otherwise. The
sigmoidal curves were calculated by mathematically fitting
the experimental points using Rodbard's four-parameter
function with Origin 6.0 software. Graphs were plotted in the
form of absorbance against the logarithm of YKL-40
concentration.

Results and discussion
Characterization of mAb2-PtNPs

In this work, the photo-heat conversion system was prepared
using the as-synthesized platinum nanoparticles under near-
infrared laser irradiation relative to the TMB–H2O2 system.
To realize our design, the successful preparation of platinum
nanoparticles and mAb2-PtNPs was very crucial prior to the
measurement. Firstly, we used transmission electron
microscopy (TEM, H-7700, Hitachi Instruments, Tokyo,
Japan) to characterize the platinum nanoparticles. As shown
in Fig. 1A, the average size of the as-purchased platinum
nanoparticles was 20 nm in diameter. Such nanoparticles
could provide a relatively large surface area for the labelling
of mAb2 antibodies. From a statistical point of view, we could
roughly estimate that one solid platinum nanoparticle with
20 nm in diameter could simultaneously label 64 mAb2
antibodies at most. The calculation was performed on the
basis of the assumption of spherical surface area (SNP =
4πrNP

2) divided by the area of antibody's radius-based circle
(SAb = πrAb

2), where rNP stands for the radius of PtNP and rAb
stands for the radius of antibody (∼5.0 nm in diameter).

To further investigate the successful labelling of mAb2-
PtNP, dynamic light scattering (DLS; Zetasizer Nano S90,
Malvern Instruments, Malvern, UK) was utilized to monitor
the sizes of platinum nanoparticles before and after labelling
with mAb2 antibodies. As indicated in Fig. 1B, platinum
nanoparticles alone gave an average hydrodynamic size of
21.2 ± 1.3 nm (bottom panel). Favorably, the average
hydrodynamic size of mAb2-PtNPs increased to 33.6 ± 2.7 nm
(top panel). The increased size mainly originated from the
labeled mAb2 antibodies on the surface of the platinum
nanoparticles. These results indicated that mAb2 antibodies
could be labeled onto the platinum nanoparticles.

Fig. 1 (A) Transmission electron microscopic (TEM) image of platinum
nanoparticles. (B) Dynamic light scattering (DLS) data of (bottom)
PtNPs and (top) mAb2-PtNPs.
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Evaluation of feasibility

Using the as-prepared mAb2-PtNPs, we studied the feasibility
of the developed photothermal immunoassay for the
detection of target YKL-40 on mAb1-coated microplate. The
temperature was measured after the sandwiched
immunoreaction (i.e., mAb1-YKL-40-mAb2-PtNP) relative to
TMB–H2O2 system under 808 nm NIR irradiation. 1.0 ng
mL−1 YKL-40 was used as an example in this case. As seen
from Fig. 2A, the temperature increased from 25 °C to about
44.9 °C with the increasing irradiation time in the presence
of 1.0 ng mL−1 YKL-40. The steady-state temperature could be
acquired after ∼8.0 min. As control tests, a series of
experiments were carried out relative to the different systems
(Fig. 2B). Almost no temperature changes relative to room
temperature were observed for the mAb1-coated microplate
before (column ‘a’) and after (column ‘b’) the reaction with
1.0 ng mL−1 YKL-40 in the TMB–H2O2 system under 808 nm
NIR irradiation. After the reaction of mAb1-YKL-40 with
mAb2-PtNP, the temperature shift was largely increased
relative to the TMB–H2O2 system under 808 nm NIR
irradiation (column ‘c’). For comparison, mAb2 antibodies
without the labeled PtNP were directly used to react with
mAb1-YKL-40. As indicated in column ‘d’, the temperature
was almost the same as room temperature. These results
revealed that the increase in the temperature of the TMB–
H2O2 solution was derived from the labelled PtNPs under the
NIR irradiation.

Typically, the synthesized PtNPs could exhibit peroxidase-
like activity for the development of colorimetric
immunoassays relative to the TMB–H2O2 system.30,31 That is
to say, it is not necessary to trigger the peroxidase-like activity
of PtNPs by the NIR irradiation. To further investigate the
role of NIR irradiation in our system, 1.0 ng mL−1 YKL-40 was
detected by the developed photothermal immunoassay with
and without NIR irradiation. As seen from columns ‘c’ and
‘e’, the temperature shift under the NIR irradiation was
bigger than that without the NIR irradiation. In this case, the

NIR irradiation could amplify the detectable signal of the
photothermal immunoassay. Furthermore, we also studied
the roles of TMB and H2O2 in this work. The formed
sandwiched immunocomplexes (i.e., mAb1-YKL-40-mAb2-
PtNP) were monitored with and without TMB or H2O2.
Results indicated that the temperatures were not changing in
the absence of TMB (column ‘f’) and H2O2 (column ‘g’)
under 808 nm NIR irradiation, suggesting that the
temperature change mainly originated from the TMB–H2O2

solution by the labelled PtNP. In addition, the mAb1-coated
microplate was directly used for the incubation of mAb2-
PtNPs in the absence of YKL-40 (i.e., 0 ng mL−1). Curve ‘h’ in
Fig. 2B gives the experimental results. Obviously, the
temperature was close to room temperature (25 °C),
suggesting that mAb2-PtNPs were not nonspecifically
adsorbed on the mAb1-coated microplate and the
temperature change was derived from the introduction of
PtNPs. On the basis of the above results, we made a
conclusion that our designed system could be preliminarily
applied for the detection of YKL-40.

Analytical performance of PtNP-based photothermal
immunoassay

With the as-prepared mAb2-PtNPs, YKL-40 standards with
various concentrations were measured using a handheld
digital thermometer using our designed photothermal
immunoassay. The assay was carried out as follows: ΔT =
Tmax − Tsurr, where Tmax and Tsurr represent the steady-
state temperature and the surrounding temperature of the
detection solution, respectively. The surrounding
temperature referred to as room temperature, 25 °C. As
indicated in Fig. 3A, the temperature increased with the
increment of the YKL-40 level in the sample. A sigmoidal
relationship between the temperature change and the
logarithm of YKL-40 concentrations was obtained with a
dynamic range of 0.001–100 ng mL−1. Within the ranges
of low-concentration YKL-40 (from 0.001 to 0.03 ng mL−1)
or high concentrations (from 100 to 1000 ng mL−1), the
change in the temperature was not obvious. However, a
good linear relationship between temperature and the
decimal logarithm of YKL-40 concentration was acquired
within the dynamic ranges from 0.03 to 100 ng mL−1. The
regression equation was ΔT (°C) = 19.35 + 9.94 × log
C[YKL-40] (ng mL−1, r = 0.9916, n = 9). The limit of
detection (LOD) was calculated to be 0.014 ng mL−1 at a
signal-to-noise ratio of 3σ (where σ is the standard
deviation of the blank, n = 11). The LOD was calculated
as follows, initially, we assayed the temperature change
toward the blank sample 11 times. Thereafter, the
standard deviation for 11 times was calculated to be
∼0.317. Finally, the 3 × SD was substituted to the above-
mentioned regression equation to calculate the
corresponding LOD. Furthermore, the LOD of PtNP-based
photothermal immunoassay was comparable with those of
commercial human YKL-40 ELISA kits (e.g., 8.15 pg mL−1

Fig. 2 (A) Temperature responses of photothermal immunoassay with
increasing irradiation time toward 1.0 ng mL−1 YKL-40 under 808 nm
NIR light irradiation in the TMB–H2O2 system; (B) temperature
responses of (a) mAb1 + TMB + H2O2 + NIR, (b) mAb1 + 1.0 ng mL−1

YKL + TMB + H2O2 + NIR, (c) mAb1 + 1.0 ng mL−1 YKL + mAb2-PtNP +
TMB + H2O2 + NIR, (d) mAb1 + 1.0 ng mL−1 YKL + mAb2 + TMB + H2O2

+ NIR, (e) mAb1 + 1.0 ng mL−1 YKL + mAb2-PtNP + TMB + H2O2, (f)
mAb1 + 1.0 ng mL−1 YKL + mAb2-PtNP + H2O2 + NIR, (g) mAb1 + 1.0 ng
mL−1 YKL + mAb2-PtNP + H2O2 + NIR, and (h) mAb1 + 0 ng mL−1 YKL +
mAb2-PtNP + TMB + H2O2 + NIR.
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from R & D Systems on cat# DC3L10; 3.9 pg mL−1 from
Abcam on cat# ab255719). Compared with the optical
readout, the developed photothermal immunoassay could
be carried out by using a portable handheld thermometer
(not using an expensive instrumentation). Unfavorably, one
disadvantage of our system was that it was implemented
under an 808 nm NIR irradiation.

To monitor the specificity of our method, other cancer
biomarkers, e.g., carcinoembryonic antigen (CEA), cancer
antigen 15-3 (CA 15-3), alpha-fetoprotein (AFP), and human
IgG (HIgG) were monitored by using PtNP-based
photothermal immunoassay. As seen from Fig. 3B, the shifts
in the temperatures on our system were close to zero toward
non-targets including CEA, CA 15-3, AFP, and HIgG. However,
an obvious increase in the temperature was achieved in the
presence of target YKL-40. Moreover, the co-existence of non-
targets with YKL-40 did not cause significant changes in the
temperature. These results revealed that PtNP-based
photothermal immunoassay had good selectivity and
specificity.

Next, we investigated the reproducibility of PtNP-based
photothermal immunoassay with the different batches of
mAb2-PtNPs and mAb1-coated microplates, respectively. As
seen from Table 1, all the relative standard deviations (RSDs)
were less than 15%. However, the RSDs of using different-
batch products were slightly more than those using the
same-batch products. So, the reproducibility of PtNP-based
photothermal immunoassay was acceptable.

The storage stability of mAb2-PtNPs and mAb1-coated
microplates was investigated at 4 °C. The evaluation was
determined by assaying 1.0 ng mL−1 YKL-40 at different

storage times. As shown in Fig. 3C, the detectable signals
could preserve >90% of the initial temperature after 8
months. Thus, the stability of mAb2-PtNPs and mAb1-coated
microplates was satisfactory.

Analysis of human serum samples and method accuracy

15 human serum specimens including target YKL-40 were
collected from our hospital, and measurements were
performed using the PtNP-based photothermal immunoassay.
Firstly, these serum samples were analyzed using the
commercial human PSA ELISA kit. The high-concentration
serum samples were diluted with PBS (10 mM, pH 7.4) for
the measurement. These results are listed in Table 2.
Statistical comparison of experimental results of
photothermal immunoassay with those of human YKL-40
ELISA kit was performed by using a t-test for comparison of
means preceded by the application of an F-test. The t
statistics for each sample were calculated by using an
independent two-sample t-test with equal sample sizes and
equal variance as follows:

t ¼ X1 −X2

SX1X2 ·

ffiffiffi
2
n

r (1)

where

SX1X2 ¼
ffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffi
1
2

SX1
2 þ SX2

2ð Þ
r

(2)

Here X̄1 and SX̄ are the means of each YKL-40 sample
estimated with the photothermal immunoassay and the

Fig. 3 (A) Calibration curve of PtNP-based photothermal immunoassay toward different YKL-40 levels under 808 nm NIR light irradiation for 8
min. (B) The specificity of the assay under 808 nm NIR light irradiation against YKL-40, CEA, AFP, CA 15-3, and HIgG. (C) The storage stability of
mAb1-coated microplates and mAb2-PtNP at 4 °C.

Table 1 The reproducibility of PtNP-based photothermal immunoassay with the different-batch mAb2-PtNPs and mAb1-coated microplates toward 0.1,
10, and 50 ng mL−1 YKL-40 standards (unit: ng mL−1)

Sample The same batch (time, conc./ng mL−1) RSD
(%)

Different batches
(time, conc./ng mL−1) RSD

(%)ng mL−1 1 2 3 1 2 3

0.1 0.098 0.093 0.11 8.71 0.14 0.11 0.12 12.4
10 9.5 10.3 9.8 4.09 9.1 11.2 10.4 10.4
50 53.1 48.7 49.2 4.79 48.1 54.2 51.3 5.96
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standard error of the mean, respectively (1 = group one, 2 =
group two), and n stands for the assay times for each sample.
No significant differences were encountered between the two
methods at the 0.05 significance level (Table 2) because all
texp values were less than 4.30 (tcrit[0.05,2] = 4.30) (texp:
experimental value; tcrit: critical value), indicating a good
method accuracy between the two methods.

Conclusions

In summary, we successfully designed an innovative
photothermal immunoassay by using a portable handheld
digital thermometer as the readout. Experimental results
indicated that the developed photothermal immunoassay
could exhibit high sensitivity, good reproducibility,
specificity, long-term storage stability, and satisfactory
method accuracy. Compared with our previous works on the
immunoassays,32–34 the highlights of our system could be
simply summarized as follows: (i) the assay does not require
expensive instrumentations and complex operation, and (ii)
our strategy does not require the introduction of natural
enzymes. Although our system mainly focuses on the
detection of the target YKL-40, it is easy to extend it for the
detection of other cancer biomarkers by changing the
corresponding antibodies, thereby representing a universal
method.
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