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Abstract: A new fluorescent arrayed biosensor has been developed to discriminate species
and concentrations of target proteins by using plural different phospholipid liposome species
encapsulating fluorescent molecules, utilizing differences in permeation of the fluorescent molecules
through the membrane to modulate liposome-target protein interactions. This approach proposes
a basically new label-free fluorescent sensor, compared with the common technique of developed
fluorescent array sensors with labeling. We have confirmed a high output intensity of fluorescence
emission related to characteristics of the fluorescent molecules dependent on their concentrations
when they leak from inside the liposomes through the perturbed lipid membrane. After taking
an array image of the fluorescence emission from the sensor using a CMOS imager, the output
intensities of the fluorescence were analyzed by a principal component analysis (PCA) statistical
method. It is found from PCA plots that different protein species with several concentrations were
successfully discriminated by using the different lipid membranes with high cumulative contribution
ratio. We also confirmed that the accuracy of the discrimination by the array sensor with a single shot
is higher than that of a single sensor with multiple shots.

Keywords: biosensor; fluorescence; liposome; protein; array; interaction; cholesterol; principal
component analysis (PCA)

1. Introduction

Important biomolecules such as DNA, RNA, proteins and so on are commonly detected by
fluorescence techniques based on labeling and staining [1–3]. Both the fluorescent antibody and the
immunofluorescent technique are major techniques in the field of biochemistry because they offer high
detectability, stability and safety. Especially, immunofluorescence methods such as enzyme-linked
immunosorbent assays (ELISA) have been used to detect various proteins [4–6] with high sensitivity.
However, ELISA methods involve quite complicated operations, user proficiency, large device size
and so on. Therefore, we have attempted to develop new simplified and label-free fluorescent sensing
techniques, utilizing phospholipid membrane liposomes, although several immune assays based on
liposomes have been reported so far such as a liposome immunosorbent assay and a liposome immune
lysis one [7,8].

We have reported preliminary results on an arrayed biosensor utilizing liposomes to encapsulate
fluorescent molecules and the time course analysis of the fluorescence [9]. The phospholipid bilayer of
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the liposome is used as a model cell membrane sensing biomolecule to detect and discriminate external
target biomolecules. It is known that the encapsulated molecules leak from the internal aqueous phase
after the interactions [10,11]. The phenomenon has been used to characterize the membrane properties
and evaluate the interaction against external biomolecules such as proteins [12,13], peptides [14] and
the others [15]. In the operation of the fluorescent liposome biosensor, the leakage of fluorescent
molecules increases the fluorescence intensity.

Therefore, it is further required: (1) to achieve a higher and more stable output intensity of
fluorescence emission; (2) to investigate more different types of liposome phospholipid to improve the
sensitivity and discrimination capability between different target biomolecules, and (3) to analyze the
arrayed data statistically to increasing the accuracy of the analyzed results.

In this work, we firstly considered a proper concentration of fluorescent calcein molecule
for encapsulation in the liposome, as calcein encapsulation is often used to evaluate membrane
permeation [16–18]. It is necessary to know the proper calcein concentration in order to emit enough
fluorescence when the calcein leaks from the liposome by the liposome-target molecule interaction.
Secondly, an important component of cell membrane, cholesterol, was newly incorporated into
the liposome membrane because the membrane fluidity changes significantly by incorporation of
cholesterol [19,20], which influences on the interaction between the membrane and target molecules.
Thirdly, we also evaluated the interaction strengths of different phospholipid liposome species with
target molecules to identify the most effective phospholipids. Finally, we proceeded to apply principal
component analysis (PCA) for statistical data analyses [21], since most of the microarray techniques
need comprehensive analysis because those techniques obtain multi-dimensional data and extract
characteristic results. Using PCA, we examined the feasibility and applicability of arrayed sensors
with single shots in comparison with single microwell sensors with multiple shots.

2. Materials and Methods

2.1. Materials

The phospholipids we used were 1,2-dipalmitoyl-sn-glycero-3-phosphocholine (DPPC,
MW = 734.04), 1,2-distearoyl-sn-glycero-3-phosphocholine (DSPC, MW = 790.15). Besides, we used
DPPC incorporating cholesterol (MW = 386.65) (DPPC:cholesterol = 66 mol%:33 mol%). DPPC, DSPC,
and cholesterol were purchased from Avanti Polar Lipids (Alabaster, AL, USA). Target proteins we
used were bovine carbonic anhydrase (CAB, MW = 28,400) and lysozyme (MW = 17,307), which
were purchased from Sigma Aldrich (St. Louis, MO, USA). The fluorescent molecule encapsulated
in liposomes was calcein (MW = 622.53), which was also purchased from Sigma Aldrich. Silpot184
and Silpot184 CAT (hardener) purchased from Toray Dow Corning (Tokyo, Japan) were used for
the fabrication of polydimethylsiloxane (PDMS)-based chips. The gel beads, Sepharose 4B, which
are used for filtering out the free calcein during liposome preparation, were purchased from GE
Healthcare (Uppsala, Sweden). The filtration buffer, phosphate buffered saline (PBS), were purchased
from Thermo Fisher Scientific (Yokohama, Japan). All the chemical reagents were of analytical grade.

2.2. Preparation of Liposomes

Three kinds of liposome were prepared using DPPC, DSPC, and DPPC incorporating cholesterol
(DPPC:cholesterol = 66 mol%:33 mol%) in the same manner as previously reported [10–12,22]. In brief,
three kinds of lipid solutions were prepared in chloroform. They were dried in round-bottom flasks by
rotary evaporation under reduced pressure. The obtained homogeneous lipid films were kept under
vacuum for more than 3 h and then hydrated with 100 mM calcein solution to form multilamellar
vesicles. After five cycles of freezing-thawing treatment, the liposome size was adjusted by the
extrusion of liposome suspension through a polycarbonate membrane (pore size: 100 nm). Finally,
the free calcein was removed by gel permeation chromatography on Sepharose 4B.
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2.3. Fabricated Photometric System

We constructed a photometric system in order to take fluorescent images of array sensor chips.
Figure 1 shows a cross-sectional view of the microwells of the sensor array with an illustration of the
fluorescence photometric system. Figure 2 shows a fluorescence image from the array sensor. In the
measurement, each microwell was filled with a common liposome suspension (10 mM) encapsulating
calcein (100 mM) together with a target protein of different species and concentration from each other,
thereafter the array was covered with a transparent cover glass. Calcein excitation light (around
495 nm in wavelength) emitted from a blue Light-Emitting Diode (LED) (λ = 495 nm), is reflected by
a dichroic beamsplitter and reaches the arrayed microwells. Owing to liposome-protein interaction,
calcein molecules leak from the internal aqueous phase of the liposomes, thereafter the fluorescence of
the leaked calcein is emitted from the arrayed microwells, passes through the dichroic beamsplitter
and a 502 nm longpass filter, successively, and is finally detected by a CMOS imager (WAT-01U2,
Watec. Co., Ltd., Tsuruoka, Japan). We evaluated the liposome-protein interaction by investigating the
change of intensity of fluorescence emissions using our developed software for analysis [23].
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Figure 1. A cross-sectional view of microwells of array sensor with illustration of the fluorescence
photometric system. Polydimethylsiloxane (PDMS); Light-Emitting Diode (LED).
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Figure 2. A fluorescent image from the array sensor. Along the horizontal direction, the microwells
were filled with different phospholipid liposome species, and along the vertical direction, they were
provided with different concentrations of the same kind of target protein. 1,2-dipalmitoyl-sn-glycero-
3-phosphocholine (DPPC); 1,2-distearoyl-sn-glycero-3-phosphocholine (DSPC).
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3. Results and Discussions

3.1. Optimization of Fluorescence of Calcein in Arrayed Microwells

It is known that fluorescence intensity depends on the fluorescent molecule concentration,
especially for calcein [24,25]. In our case, the calcein molecules are released depending on how
much the liposome membrane permits their permeation. Thus, it is important to prepare calcein with
a proper concentration encapsulated in the liposome for increasing and optimizing the fluorescence
intensity. To investigate the dependence on the concentration, we prepared calcein solutions diluted
by phosphate buffered saline (PBS) with concentration of 0.001, 0.01, 0.1, 0.5, 1, 5, 10, 50, and 100 mM,
respectively. After the calcein solutions were introduced into the arrayed microwells, fluorescence
measurements were carried out using a fluorescent microscope (BX51, OLYMPUS, Tokyo, Japan) and a
halogen lump (U-HGLGPS, OLYMPUS) as an excitation light source filtered at 460–495 nm.

Figure 3 shows the fluorescent intensity measured in the arrayed microwells as a function
of calcein concentration. The fluorescent intensity of calcein solution increases rapidly and
linearly in low concentration range (as seen in the inset) and is maximum at around 2 mM.
For concentrations higher than 2 mM, the fluorescent intensity decreases with increase in concentration.
In particular, the fluorescent intensity became almost zero when the concentration increased to 100 mM.
This phenomenon where calcein is quenched at high concentrations is called ‘self-quenching’ [24–26].
Accordingly, we set the calcein concentration encapsulated in liposome as high as 100 mM. In this
experiment, based on our our previous results the calcein molecules are estimated to leak by less
than a few percent, so the fluorescence intensity of the leaked calcein is much higher than that of the
liposomed encapsulating 100 mM calcein.
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3.2. Effect of Cholesterol on Liposome-Protein Interaction

We measured the liposome-protein interaction by the developed photometric system,
and investigated the effect of incorporating cholesterol on the interaction. The suspension of liposome
encapsulating 100 mM calcein added with target protein (CAB or lysozyme) was introduced into
the arrayed microwell, thereafter the surface of the array chip was sealed by a transparent cover
glass. The fluorescence image from the array is shown again in Figure 2. Along the horizontal
direction, the microwells were filled with different phospholipid liposome species, and along the
vertical direction, they contained different concentrations of the same kind of target protein. Differences
in fluorescent intensity among the microwells can be observed dependending on the phospholipid
species and concentration of target protein. We investigated the time course of the fluorescence
intensity of leaked calcein caused by the interaction between liposomes incorporated with cholesterol
and target proteins for 60 min by the photometric system. Moreover, we calculated relative change of
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fluorescence intensity against the initial intensity (at the start of the measurement). The relative change
of fluorescence intensity, defined as RF, is calculated as shown in Equation (1):

RF =
∆I
I0

=
I − I0

I0
(1)

Here I is fluorescence intensity after 60 min from the start, and I0 is the initial fluorescence intensity
(at 0 min). Table 1 lists averaged RF’s of liposome suspensions of DPPC and DPPC/cholesterol added
with 100 µM and 300 µM CAB after 60 min from the start. Regardless of the different liposomes used,
RF increases with the increase in CAB concentration. This means that the amount of leaked calcein
molecules increases with the concentration of target protein. Also, the RF of DPPC/cholesterol is
higher than that of DPPC for the same concentration of CAB. We consider reasonable that incorporating
cholesterol into the phospholipid membrane improves the fluidity of liposome. This would lead the
observed improvement in sensitivity.

Next, Figure 4 shows the time course of RF’s of DPPC/cholesterol added with different target
proteins at the same concentration (300 µM), also including the result of a control sample without
the presence of those proteins. As mentioned in 3.1, it is noted for the control sample that the
calcein molecules are estimated to leak by less than about 2%. From the figure, it is found that RF
increased with time and the liposome-CAB interaction is larger than the liposome-lysozyme interaction.
We consider that the difference in the behavior of liposome-protein interaction originates from that
in the molecular structures of the proteins such as different amount of disulfide (S-S) bonds [27–29].
It is reasonable that the number of S-S bonds influences the intensity of interactions. The lysozyme
molecule has four disulfide bonds, thus it has high structural stability and exposing its hydrophobic
groups is difficult. However, CAB molecules have no disulfide bond, so the hydrophobic groups of
CAB are easily exposed. Therefore, the hydrophobic interaction between the liposome and CAB is
stronger than that between the liposome and lysozyme.

Table 1. Averaged RF’s of liposome suspension of DPPC and DPPC/Cholesterol added with 100 µM
and 300 µM CAB after 60 min from the start.

Target Protein (Conc.) RF(%) for DPPC RF(%) for DPPC + Cholesterol

CAB (100 µM) −1 ± 2 −1 ± 2
CAB (300 µM) 2 ± 1 8 ± 2

1,2-dipalmitoyl-sn-glycero-3-phosphocholine (DPPC); bovine carbonic anhydrase (CAB).

Sensors 2017, 17, 1630 5 of 11 

 

fluorescence intensity against the initial intensity (at the start of the measurement). The relative 

change of fluorescence intensity, defined as RF, is calculated as shown in Equation (1): 

RF =  
Δ𝐼

𝐼0
=  

𝐼 − 𝐼0

𝐼0
 (1) 

Here I is fluorescence intensity after 60 min from the start, and I0 is the initial fluorescence 

intensity (at 0 min). Table 1 lists averaged RF’s of liposome suspensions of DPPC and 

DPPC/cholesterol added with 100 μM and 300 μM CAB after 60 min from the start. Regardless of the 

different liposomes used, RF increases with the increase in CAB concentration. This means that the 

amount of leaked calcein molecules increases with the concentration of target protein. Also, the RF 

of DPPC/cholesterol is higher than that of DPPC for the same concentration of CAB. We consider 

reasonable that incorporating cholesterol into the phospholipid membrane improves the fluidity of 

liposome. This would lead the observed improvement in sensitivity. 

Next, Figure 4 shows the time course of RF’s of DPPC/cholesterol added with different target 

proteins at the same concentration (300 μM), also including the result of a control sample without the 

presence of those proteins. As mentioned in 3.1, it is noted for the control sample that the calcein 

molecules are estimated to leak by less than about 2%. From the figure, it is found that RF increased 

with time and the liposome-CAB interaction is larger than the liposome-lysozyme interaction. We 

consider that the difference in the behavior of liposome-protein interaction originates from that in the 

molecular structures of the proteins such as different amount of disulfide (S-S) bonds [27–29]. It is 

reasonable that the number of S-S bonds influences the intensity of interactions. The lysozyme 

molecule has four disulfide bonds, thus it has high structural stability and exposing its hydrophobic 

groups is difficult. However, CAB molecules have no disulfide bond, so the hydrophobic groups of 

CAB are easily exposed. Therefore, the hydrophobic interaction between the liposome and CAB is 

stronger than that between the liposome and lysozyme. 

Table 1. Averaged RF’s of liposome suspension of DPPC and DPPC/Cholesterol added with 100 μM 

and 300 μM CAB after 60 min from the start. 

Target Protein (Conc.) RF(%) for DPPC RF(%) for DPPC + Cholesterol 

CAB (100 µM) −1 ± 2 −1 ± 2 

CAB (300 µM) 2 ± 1 8 ± 2 

1,2-dipalmitoyl-sn-glycero-3-phosphocholine (DPPC); bovine carbonic anhydrase (CAB) 

 

Figure 4. Time course of RF’s of DPPC/cholesterol added with different target proteins (300 μM) for 

60 min, including the results of control sample without those proteins. 

  

Figure 4. Time course of RF’s of DPPC/cholesterol added with different target proteins (300 µM) for
60 min, including the results of control sample without those proteins.



Sensors 2017, 17, 1630 6 of 11

3.3. Effect of Phospholipid Species on Liposome-Protein Interaction

We investigated the time course of RF’s of liposome suspensions of DPPC, DPPC/cholesterol,
and DSPC added with target proteins for 60 min. In the measurement, we selected 30, 100, 300,
and 500 µM as the concentration of CAB, and also 70, 300, 500, and 700 µM as the concentration of
lysozyme, respectively. Figure 5 plots the averaged RF’s of DSPC vs. that of DPPC measured after
60 min from the initial addition of the target proteins. From Figure 5, it is clear that the RF plots of each
different target protein are well separated. Moreover, the plots are also separated and discriminated
between the different concentrations. The difference in RF between different phospholipid liposomes is
reasonably due to the structure of phospholipid: DPPC and DSPC are composed of saturated fatty acids,
which carbon numbers are 16 and 18, respectively. Since the structural stability of lipid molecules with
long saturated fatty acid chains is high and the corresponding fluidity becomes low [30], the interaction
strength of DPPC is larger than that of DSPC. It is noted from Figure 5 that the RF values of DPPC
are relatively higher than those of DSPC, suggesting that the difference of liposome-target protein
interaction was caused by that between the species of phospholipid. On the other hand, in Figure 5,
it should be noted that the highest RF corresponds to a median concentration, not the highest one.
One of the reasons is considered to be that chronological behavior of the calcein leakage would not
be always a monotonous increase with time and not proportional to the concentration. It is possible
that the behavior would show a specific state of interaction between each different phospholipid and
target protein. Another reason may be also due to the fluctuations between different measurements
with the same phospholipid species and target protein. Therefore, the above result suggests that it is
questionable whether we can obtain a reliable correlation from only simple RF plots. We think that an
effective approach is to improve the statistical procedure.
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target proteins.

The PC group shows neutrality and no electrostatic interaction ability, therefore it is inert to many
proteins, suggesting low sensitivity, although we have used the neutral PC membrane because of the
simplicity of its experimental treatment and application in sensor devices. As one of effective method,
we have proposed the addition of cholesterol into the PC membrane, mentioned above. The exploration
and development of different species and surface modification of phospholipid membranes are still
preliminary at the present stage.

Here we should consider an osmotic effect due to the high levels of proteins found in the
extravesicular environment. Firstly, the possibility of osmotic effect due to the addition of high levels
of proteins cannot be ruled out from all our experiments. Osmotic effects depend on the protein
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concentration according to the van’t Hoff equation: Π = CprRT where Π, osmotic pressure; Cpr, protein
concentration; R, gas constant; T, absolute temperature. If the calcein leakage observed in this work
was simply induced by the osmotic effect due to the addition of proteins, the RF value obtained
for CAB (300 µM) should be same as that for lysozyme (300 µM). Meanwhile, the time course of
RF value for CAB showed was different from that seen for lysozyme, as shown in Figure 4. Thus,
the difference in RF value between CAB and lysozyme suggests a difference in the corresponding
protein-liposome interactions.

We have previously investigated the protein-liposome interaction by other techniques.
We immobilized PC-liposome entrapping calcein into gel beds. CAB and lysozyme were loaded
into the PC-liposome-immobilized gel bed. The elution time of CAB was definitely different from
lysozyme under strong chemical conditions (such as pHs or denaturants) although small differences
in elution time between both was observed under mild conditions (neutral pHs) [31]. Under such
mild conditions, we detected the protein-liposome interaction using dielectric dispersion analysis [32].
Protein-liposome interaction (protein 10 µM, lipid 10 mM) could be detected by the reduction of
headgroup mobility of PC in the liposomal interface. The dielectric dispersion analysis made it
possible to detect the interaction under mild conditions, although this technique requires experimental
conditions that include high lipid concentrations and low ion strength conditions. Consequently,
we considered that the protein-liposome interaction, that might involve the osmotic effect to a certain
extent, could be detected even in the case of high levels of proteins (300 µM).

3.4. Evaluation by Principal Component Analysis

Next, we tried to analyze the obtained data by principal component analysis (PCA). PCA is
a dimension reduction approach that has widely used to visualize high dimensional data in
metabolomics [33,34]. PCA is a statistical procedure that transforms the data with many variables into a
few composition variables without correlation with each other. We select several principal components
from the greatest dispersions and analyze the components. The aim of PCA is grouping those
correlated variables and replacing the original descriptors by new set called principal components [35].
The principal component scores are described as in Equation (2), where ωij is weighted proportion
with the condition of Equation (3) [10,11]:

PCi = ωi1RFDPPC + ωi2RFDSPC + ωi3RFDPPC/Chol. (2)

ωi1
2 + ωi2

2 + ωi3
2 = 1 (3)

We used a correlation matrix to analyze the measured RF by PCA, thereby we calculated principal
component score and finally we created a PCA score plot. Figure 6 shows a PCA score plot, where
averaged results (N = 3) are plotted for each protein as a parameter of concentration. It is found
that the two target proteins with different concentrations are clearly discriminated. As cumulative
contribution ratios larger than 90% are obtained for both PC1 and PC2, we consider that this analyzed
result is sufficient to discriminate between the species and concentrations of target proteins.
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3.5. Performance Analysis of the Array Sensor

Moreover, we examined the performance of arrayed microwells by comparing them with a
single microwell. We measured the dispersion across multiple single microwell shots and that
across a single-shot of arrayed microwells. Multiple single microwell shots were carried out by
sequentially measuring targets in the central microwell of the array chip, focusing on the dispersion
that is dependent on different measurements. Single-shots of arrayed microwells were done by
simultaneously measuring 9 (=3 × 3) targets in all the microwells of the array, focusing on the
dispersion that was dependent on the spatial position of each microwell. Then we compared the
dispersions obtained by the two methods. Firstly, we compared the results of the two different
measurements analyzed by PCA. Figure 7a shows the result of multiple shots of a single microwell
(N = 3). Figure 6 shows again the result of single-shots of arrayed microwells (N = 3). In the case of
multiple single microwell shots (Figure 7a), it cannot discriminate the species of target proteins along
PC1, because CAB 100 µM cannot be separated from lysozyme 500 µM. The discrimination of the
species along PC2 is not good for CAB 100 µM, lysozyme 300 µM, lysozyme 500 µM and no protein.
Thus, it is clear that the dispersion dependence on different measurements with single microwells is
considerably high. On the other hand, in the case of a single-shot of arrayed microwells in Figure 6,
the species are more clearly discriminated along PC1 than the case in Figure 7. Therefore, the results
suggest that the dispersion of single-shot arrayed microwells is larger than that of multiple shots of a
single microwell in terms of PCA.

Next, we considered the number of measurements for the single-shot of arrayed microwells.
Figures 6 and 7b show the results of single-shot of arrayed microwells with N = 3 and 1. For the case of
N = 1 (Figure 7b), the protein discrimination is unclear not only along PC1 but also PC2 because some
points gather in the center area. However, for N = 3 (Figure 6), the discrimination of target proteins is
clearer than that for N = 1, as the plots for CAB maintain a sufficient distance from those for lysozyme.
Accordingly, it becomes possible to discriminate the target species and also their concentrations by a
single-shot of the array sensor because RFs are well averaged as the number of measurements increases
from N = 1 to 3. We again note that the discrimination of protein is more feasible by the arrayed
microwells than the single microwell.
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Figure 7. (a) PCA score plot (N = 3) of averaged RF’s for multi-shots of single microwell; (b) PCA
score plot (N = 1) of RF’s for single-shot of arrayed microwells. The RF’s are for DPPC, DSPC and
DPPC/Cholesterol after 60 min from the initial addition of target proteins.

At the present stage, we have only detected and discriminated high concentrations of
target proteins, much different from the detection level possible with ELISA. The sensitivity and
discriminability (specific interaction strength) of phospholipids against target molecules is intrinsic
and the most important among all the components of this sensor system. Therefore, the work on
exploration and development of specific phospholipid and/or surface modification with functional
biomolecules such as specific antibodies, sugar chains and so on should be continued. Also, it is
inevitably necessary to increase the number of different targets to prove the specificity of this sensor,
as we have discriminated only two types of proteins.

4. Conclusions

A fluorescent array sensor utilizing different phospholipid liposomes encapsulating calcein
molecules was fabricated to discriminate target proteins and their concentrations. The fluorescence of
calcein leaked from inside the liposomes as a result of liposome-protein interactions was detected by a
developed photometric system. We examined the proper concentration of calcein encapsulated in the
liposome by measuring the fluorescence intensity of calcein as a function of its concentration. Owing
to the individual liposome-target protein interactions, the fluorescence intensity time courses obtained
from different phospholipid liposomes became different.

We confirmed that: (1) incorporating cholesterol into the phospholipid membrane is an effective
way to improve the fluidity of the membrane and the resultant fluorescence, and (2) the fluorescence
behaviours of different liposome phospholipids are different. From the measured RF’s, PCA successfully
discriminated the species and concentration of target proteins (CAB and lysozyme). Also, the protein
discrimination by the arrayed sensor with a single-shot was better than that with multiple shots of a
single microwell. At the present stage the system capability allows one to approximate the order of
concentration of samples, therefore, we hope the next step is to figure out the concentration of unknown
tested samples. Finally, we believe that the developed label-free liposome fluorescent arrayed sensor is
effective to discriminate different target proteins with different concentrations.

Acknowledgments: This research was supported in part by a Grant-in-Aid for Scientific Research (KAKENHI
Grant No. 25249048 and 26630157) from the Japan Society for the Promotion of Science (JSPS).

Author Contributions: R.I., T.S. and M.N. conceived and designed the experiments; R.I. performed the
experiments; R.I. and N.M. analyzed the data; T.S. contributed reagents/materials; K.Y. contributed the device
process; M.F. contributed the construction of sensing system and analysis tools; R.I. and M.N. wrote the paper.

Conflicts of Interest: The authors declare no conflict of interest.



Sensors 2017, 17, 1630 10 of 11

References

1. Tachi, T.; Kaji, M.; Tokeshi, M.; Baba, Y. Microchip-based immunoassay. Anal. Sci. 2007, 56, 521–534.
[CrossRef]

2. Nyberg, L.; Persson, F.; Åkerman, B.; Westerlund, F. Heterogeneous staining: A tool for studies of how
fluorescent dyes affect the physical properties of DNA. Nucleic Acids Res. 2013, 41, 1–7. [CrossRef] [PubMed]

3. Jung, D.; Min, K.; Jung, J.; Jang, W.; Kwon, Y. Chemical biology-based approaches on fluorescent labeling of
proteins in live cells. Mol. BioSyst. 2013, 9, 862–872. [CrossRef] [PubMed]

4. Sapsford, K.E.; Sun, S.; Francis, J.; Sharma, S.; Kostov, Y.; Rasooly, A. A fluorescence detection platform using
spatial electroluminescent excitation for measuring botulinum neurotoxin A activity. Biosens. Bioelectron.
2008, 24, 618–625. [CrossRef] [PubMed]

5. Van Weemen, B.K.; Schuurs, A.H. Immunoassay using antigen-enzyme conjugates. FEBS Lett. 1971, 15,
232–236. [CrossRef]

6. Hendrickson, O.D.; Skopinskaya, S.N.; Yarkov, S.P.; Zherdev, A.V.; Dzantiev, B.B. Development of liposome
immune lysis assay for the herbicide atrazine. J. Immunoass. Immunochem. 2004, 25, 279–294. [CrossRef]

7. Tomioka, K.; Nakayama, T.; Kumada, Y.; Katoh, S. Characterization of competitive measurement of antigens
by use of antigen-coupled liposomes. Kagaku Kogaku Ronbunnshu 2005, 31, 346–351. [CrossRef]

8. Kumada, Y.; Tomioka, K.; Katoh, S. Characteristics of liposome immunosorbent assay (LISA) using liposomes
encapsulating cpenzyme β–NAD+. J. Chem. Eng. Jpn. 2001, 34, 943–947. [CrossRef]

9. Takada, K.; Fujimoto, T.; Shimanouchi, T.; Fukuzawa, M.; Yamashita, K.; Noda, M. A new discrimination
method of target biomolecules with miniaturized sensor array utilizing liposome encapsulating fluorescent
molecules with time course analysis. In Proceedings of the 17th International Conference on Miniaturized
Systems for Chemistry and Life Sciences, MicroTAS, Freiburg, Germany, 27–31 October 2013; pp. 194–196.

10. Shimanouchi, T.; Oyama, E.; Thi Vu, H.; Ishii, H.; Umakoshi, H.; Kuboi, R. Membranomics research on
interactions between liposome membranes with membrane chip analysis. Membrane 2009, 34, 1–9.

11. Shimanouchi, T.; Oyama, E.; Thi Vu, H.; Ishii, H.; Umakoshi, H.; Kuboi, R. Monitoring of membrane
damages by dialysis treatment: Study with membrane chip analysis. Desalination Water Treat. 2010, 17, 45–51.
[CrossRef]

12. Shimanouchi, T.; Ishii, H.; Yoshimoto, N.; Umakoshi, H.; Kuboi, R. Calcein Permeation across
phosphatidylcholine bilayer membrane: Effects of membrane fluidity, liposome size, and immobilization.
Colloids Surf. B 2009, 73, 156–160. [CrossRef] [PubMed]

13. Kuboi, R.; Shimanouchi, T.; Yoshimoto, M.; Umakoshi, H. Detection of protein conformation under stress
conditions using liposomes as sensor materials. Sens. Mater. 2004, 16, 241–254.

14. Hertog, A.L.D.; Sang, H.W.F.; Kraayenhof, R.; Bolscher, J.G.M.; Hof, W.V.; Veerman, E.C.I.; Amerongen, A.V.N.
Interactions of histatin 5 and histatin 5-derived peptides with liposome membranes: Surface effects,
translocation and permeabilization. Biochem. J. 2004, 379, 556–672. [CrossRef] [PubMed]

15. Davidsen, J.; Jørgensen, K.; Andresen, T.L.; Mouritsen, O.G. Secreted phospholipase A2 as a new enzymatic
trigger mechanism for localised liposomal drug release and absorption in diseased tissue. Biochim. Biophys.
Acta Biomembr. 2003, 1609, 95–101. [CrossRef]

16. Katsu, T.; Imamura, T.; Komagoe, K.; Masuda, K.; Mizushima, T. Simultaneous measurements of K+ and
calcein release from liposomes and the determination of pore size formed in a membrane. Anal. Sci. 2007, 23,
517–522. [CrossRef] [PubMed]

17. Bi, X.; Wang, C.; Ma, L.; Sun, Y.; Shang, D. Investigation of the role of tryptophan residues in cationic
antimicrobial peptides to determine the mechanism of antimicrobial action. J. Appl. Microbiol. 2013, 115,
663–672. [CrossRef] [PubMed]

18. Gopal, R.; Lee, J.K.; Lee, J.H.; Kim, Y.G.; Oh, G.C.; Seo, C.H.; Park, Y. Effect of repetitive lysine-tryptophan
motifs on the eukaryotic membrane. Int. J. Mol. Sci. 2013, 14, 2190–2202. [CrossRef] [PubMed]

19. Komura, S.; Imai, M. Physics of Heterogeneous structures in biomembranes. J. Phys. Soc. Jpn. 2013, 68, 1–10.
20. Komura, S.; Shirotori, H. Phase transition and phase separation in biomembranes. J. Phys. Soc. Jpn. 2005, 60,

128–132.
21. Sharma, N.; Litoriya, R. Incorporating Data Mining Techniques on Software Cost Estimation: Validation and

Improvement. IJETAE 2012, 2, 301–309.

http://dx.doi.org/10.2116/bunsekikagaku.56.521
http://dx.doi.org/10.1093/nar/gkt755
http://www.ncbi.nlm.nih.gov/pubmed/23975199
http://dx.doi.org/10.1039/c2mb25422k
http://www.ncbi.nlm.nih.gov/pubmed/23318293
http://dx.doi.org/10.1016/j.bios.2008.06.018
http://www.ncbi.nlm.nih.gov/pubmed/18644709
http://dx.doi.org/10.1016/0014-5793(71)80319-8
http://dx.doi.org/10.1081/IAS-200028084
http://dx.doi.org/10.1252/kakoronbunshu.31.346
http://dx.doi.org/10.1252/jcej.34.943
http://dx.doi.org/10.5004/dwt.2010.1697
http://dx.doi.org/10.1016/j.colsurfb.2009.05.014
http://www.ncbi.nlm.nih.gov/pubmed/19560324
http://dx.doi.org/10.1042/bj20031785
http://www.ncbi.nlm.nih.gov/pubmed/14733612
http://dx.doi.org/10.1016/S0005-2736(02)00659-4
http://dx.doi.org/10.2116/analsci.23.517
http://www.ncbi.nlm.nih.gov/pubmed/17495394
http://dx.doi.org/10.1111/jam.12262
http://www.ncbi.nlm.nih.gov/pubmed/23710779
http://dx.doi.org/10.3390/ijms14012190
http://www.ncbi.nlm.nih.gov/pubmed/23340654


Sensors 2017, 17, 1630 11 of 11

22. Noda, M.; Shimanouchi, T.; Okuyama, M.; Kuboi, R. A bio-thermochemical microbolometer with
immobilized intact liposome on sensor solid surface. Sens. Actuators B Chem. 2008, 135, 40–45. [CrossRef]

23. Murata, N.; Imamura, R.; Du, W.; Fukuzawa, M.; Noda, M. An image processing platform for expendable
bio-sensing system with arrayed biosensor and embedded imager. In Proceedings of the 3rd International
Conference on Applied Computing and Information Technology/2nd International Conference on
Computational Science and Intelligence, Okayama, Japan, 12–16 July 2015; pp. 239–242.

24. Hamann, S.; Kiilgaard, J.F.; Litman, T.; Alvarez-Leefmans, F.J.; Winther, B.R.; Zeuthen, T. Measurement of
cell volume changes by fluorescence self-quenching. J. Fluoresc. 2002, 12, 139–145. [CrossRef]

25. Roberts, K.E.; O’Keeffe, A.K.; Lloyd, C.J.; Clarke, D.J. Selective dequenching by photobleaching increases
fluorescence probe visibility. J. Fluoresc. 2003, 13, 513–517. [CrossRef]

26. Wang, T.; Smith, E.A.; Chapman, E.R.; Weisshaar, J.C. Lipid mixing and content release in single-vesicle
SNARE-driven fusion assay with 1–5 ms resolution. Biophys. J. 2009, 96, 4122–4131. [CrossRef] [PubMed]

27. Chen, J.; Liu, Y.; Wang, Y.; Ding, H.; Su, Z. Different effects of L-arginine on protein refolding: Suppressing
aggregates of hydrophobic interaction, not covalent binding. Biotechnol. Prog. 2008, 24, 1365–1372. [CrossRef]
[PubMed]

28. Touch, V.; Hayakawa, S.; Fukada, K.; Aratani, Y.; Sun, Y. Preparation of antimicrobial reduced lysozyme
compatible in food applications. J. Agric. Food Chem. 2003, 51, 5154–5161. [CrossRef] [PubMed]

29. Zhang, Z.; Sohgawa, M.; Yamashita, K.; Noda, M. A micromechanical cantilever-based liposome biosensor
for characterization of protein-membrane interaction. Electroanalysis 2016, 28, 620–625. [CrossRef]

30. Oku, N. Novel development of liposome application for development of artificial cell. Anal. NTS Press. 2005,
2005, 7–8.

31. Yoshimoto, N.; Yoshimoto, M.; Yasuhara, K.; Shimanouchi, T.; Umakoshi, H.; Kuboi, R. Evaluation of
temperature and guanidine hydrochloride-induced protein–liposome interactions by using immobilized
liposome chromatography. Biochem. Eng. J. 2006, 29, 174–181.

32. Shimanouchi, T.; Yoshimoto, N.; Hiroiwa, A.; Nishiyama, K.; Hayashi, K.; Umakoshi, H. Relationship
between the mobility of phosphocholine headgroup and the protein-liposome interacation: A dielectric
sperctoscopic study. Colloids Surf. B 2014, 116, 343–350. [CrossRef] [PubMed]

33. Yamamoto, H.; Fujimori, T.; Sato, H.; Ishikawa, G.; Kami, K.; Ohashi, Y. Statistical Hypothesis Testing of
Factor Loading in Principal Component Analysis and Its Application to Metabolite Set Enrichment Analysis.
BMC Bioinform. 2014, 15, 1–9. [CrossRef] [PubMed]

34. Ma, S.; Dai, Y. Principal component analysis based methods in bioinformatics studies. Brief. Bioinform. 2011,
12, 714–722. [CrossRef] [PubMed]

35. Ferreira, M.C. Multivariate QSAR. J. Braz. Chem. Soc. 2002, 13, 742–753. [CrossRef]

© 2017 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

http://dx.doi.org/10.1016/j.snb.2008.07.022
http://dx.doi.org/10.1023/A:1016832027325
http://dx.doi.org/10.1023/B:JOFL.0000008062.85865.c6
http://dx.doi.org/10.1016/j.bpj.2009.02.050
http://www.ncbi.nlm.nih.gov/pubmed/19450483
http://dx.doi.org/10.1002/btpr.93
http://www.ncbi.nlm.nih.gov/pubmed/19194951
http://dx.doi.org/10.1021/jf021005d
http://www.ncbi.nlm.nih.gov/pubmed/12903984
http://dx.doi.org/10.1002/elan.201500412
http://dx.doi.org/10.1016/j.colsurfb.2013.07.028
http://www.ncbi.nlm.nih.gov/pubmed/24524935
http://dx.doi.org/10.1186/1471-2105-15-51
http://www.ncbi.nlm.nih.gov/pubmed/24555693
http://dx.doi.org/10.1093/bib/bbq090
http://www.ncbi.nlm.nih.gov/pubmed/21242203
http://dx.doi.org/10.1590/S0103-50532002000600004
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials and Methods 
	Materials 
	Preparation of Liposomes 
	Fabricated Photometric System 

	Results and Discussions 
	Optimization of Fluorescence of Calcein in Arrayed Microwells 
	Effect of Cholesterol on Liposome-Protein Interaction 
	Effect of Phospholipid Species on Liposome-Protein Interaction 
	Evaluation by Principal Component Analysis 
	Performance Analysis of the Array Sensor 

	Conclusions 

