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Real‑time cancer diagnosis 
of breast cancer using fluorescence 
lifetime endoscopy based 
on the pH
Jooran Lee1,4, Byungyeon Kim1,4, Byungjun Park1,4, Youngjae Won1,2, Sang‑Yeob Kim3 & 
Seungrag Lee1*

A biopsy is often performed for the diagnosis of cancer during a surgical operation. In addition, 
pathological biopsy is required to discriminate the margin between cancer tissues and normal tissues 
in surgical specimens. In this study, we presented a novel method for discriminating between tumor 
and normal tissues using fluorescence lifetime endoscopy (FLE). We demonstrated the relationship 
between the fluorescence lifetime and pH in fluorescein using the proposed fluorescence lifetime 
measurement system. We also showed that cancer could be diagnosed based on this relationship by 
assessing differences in pH based fluorescence lifetime between cancer and normal tissues using two 
different types of tumor such as breast tumors (MDA‑MB‑361) and skin tumors (A375), where cancer 
tissues have ranged in pH from 4.5 to 7.0 and normal tissues have ranged in pH from 7.0 to 7.4. To 
support this approach, we performed hematoxylin and eosin (H&E) staining test of normal and cancer 
tissues within a certain area. From these results, we showed the ability to diagnose a cancer using FLE 
technique, which were consistent with the diagnosis of a cancer with H&E staining test. In summary, 
the proposed pH‑based FLE technique could provide a real time, in vivo, and in‑situ clinical diagnostic 
method for the cancer surgical and could be presented as an alternative to biopsy procedures.

Breast cancer is one of the most frequent tumors affecting women worldwide and is considered the second leading 
cause of death in  women1. Accordingly, increases have been reported in the diagnosis and surgical treatment of 
breast cancer. According to clinical research on breast cancer, the margin of tumor resection is highly important 
in diagnosis and treatment because breast cancer resection can affect women’s appearance and quality of life. To 
facilitate the diagnosis of cancer during a surgical operation, biopsy is generally performed by a surgeon to deter-
mine the presence of tumor tissues by using hematoxylin and eosin (H&E) staining under an optical microscopy 
by a pathologist. However, this biopsy process which involve resection and H&E staining examination can be time 
consuming for a surgical operation and can be challenging for the determination of an accurate tumor margin.

In order to access the evaluation of a cancer in vivo without a biopsy, optical techniques over the past 10 years 
has been development such as Raman  spectroscopy2–4. These techniques have utilized Raman scattering that 
allows the analysis of a bio-chemical compositions in cell level. Recently, hand-held Raman spectroscopy probe 
system have been described in diagnosis of brain  cancer5. Although these techniques are a promising diagnostic 
tool for cancer screening and the intraoperative surgical guidance, they require expensive lasers, detector, and 
optical components such as filters. Due to the weak signal of Raman scattering, the scattered signal is required 
to be strongly enhanced using metal nanoparticles such as SERS (Surface enhanced Raman spectroscopy). How-
ever, most of metal nanoparticles cannot be used for clinical applications due to their safety with the  toxicity6.

The fluorescence-based methods using fluorescence dyes have focused on the intensity of fluorescence emitted 
by a contrast agent that can bind to specific targets associated with cancer or accumulate nonspecifically through 
leaky blood vessels. Although numerous fluorophore studies have been  attempted7–9, few fluorescent dyes have 
been approved by Food and Drug Administration (FDA) for clinical use such as  fluorescein10, methylene  blue11, 
indocyanine  green12, and 5-aminolevulinic  acid13. In particular, fluorescein have been widely used to diagnose 
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a cancer in gastroenterology with confocal laser endoscopy system that allows the minimally invasive discrimi-
nation of an abnormal lesion on a tissue surface in vivo with high resolution cell  imaging14,15. These clinical 
approaches have enabled surgeons to immediately determine the histopathological evaluation and the diagnosis 
of a tumor without biopsy during a surgical operation.

One representative medical device currently available for commercial use is the Cellvizio confocal endomi-
croscopy (Mauna Kea Technologies, France). This endomicroscopy provides a microscopic cell imaging based 
on the fluorescence intensity of fluorescein which is nonspecifically accumulated through leaky blood vessels 
and can allow the diagnosis of a cancer based on morphological patterns of normal tissues and cancer tissues. 
On the other hand, physician or specialist have to determine the presence or absence of a lesion by his subjective 
decision since it can only provide a qualitative fluorescence intensity information.

In this fluorescence intensity imaging method, the concentration quenching occurs as the concentration of 
the fluorescing molecule increases in a sample. It decreases fluorescence intensity in highly concentrated solution. 
Autofluorescence can reduce image quality in the fluorescence intensity imaging in vivo16. To minimize these 
problems, laser power, a concentration of fluorophore, and the detected wavelength through an optical filter 
in confocal endomicroscopy based on the fluorescence intensity with a contrast agency. However, fluorescence 
lifetime measurement can provide the quantitative information as an indicator to monitor the change of pH, ion 
concentration and refractive index regardless of the fluorescence intensity with a laser power and a concentration 
of fluorophore. Taken together, fluorescence lifetime imaging can be a powerful and useful tool to facilitate the 
diagnosis of tumor tissues for clinical applications rather than fluorescence intensity  imaging17,18.

The fluorescence lifetime of a molecule is the average time that the molecule spends in the excited state after 
absorbing extremely short-pulsed laser  energy19. Molecular fluorescence lifetime is not dependent on laser power, 
concentration of the molecule, or photobleaching, and it can effectively monitor biochemical information in 
areas of interest in a cell or tissue because fluorescence lifetime is not sensitive to fluorescence intensity, but only 
to the energy transfer between the fluorophore and its  environment20. As an alternative, Kumar et al.21 reported 
the fluorescence lifetime-based contrast enhancement of indocyanine green-labeled tumors. This fluorescence 
lifetime-based system could provide more than 98% sensitivity and specificity and a tenfold reduction in error 
rates compared with intensity-based detection. Nevertheless, this technique still has problems; for example, ICG 
should not remain in the normal tissue for contrast enhancement, it takes a few hours to a day after injection.

We have recently proposed a new optical method that can be used for immediate diagnosis after dropping the 
fluorescence probe based on differences in the pH of cancer tissues and normal  tissues22. In our previous works, 
we already described a real-time fluorescence lifetime technique, called analog mean-delay (AMD), for observing 
dynamic biological reactions, making medical diagnoses, and performing real-time industrial  inspections20,23.

In this study, we present an endoscopic fluorescence lifetime imaging technique to provide the ability to dis-
criminate health and tumor tissues in two different types of mouse model with a breast cancer and a skin cancer. 
To verify the change of pH-related fluorescence lifetime, we showed the relation between pH and fluorescence 
lifetime at three different concentrations of fluorescein with the proposed system, compared to time-correlated 
signal photon counting (TCSPC) based fluorescence lifetime measurement system. We demonstrated the feasi-
bility of in real time, in vivo, and in-situ cancer diagnosis by visualizing and analyzing the fluorescence lifetime 
information of tissues over a certain area without the resection of tissues for breast cancer and skin cancer(N = 20 
mice). We also confirmed the results of pH-related fluorescence lifetime corresponded to the results of the H&E 
staining test for normal tissues and tumor tissues.

Results
Real‑time AMD‑FLE endoscope system. The basic configuration of the proposed system is the combi-
nation of the real time analog mean delay (AMD)-fluorescence lifetime microscopy (FLM) and optical endos-
copy. We explained the optical setup of AMD-FLM and the real time fluorescence lifetime measurement using 
high-speed parallel signal processing based on GPU in Material and Methods. In the study, we illustrated a real-
time fluorescence lifetime imaging system was coupled with an endoscopic method which could be applicable 
to discriminate a cancer without a biopsy during a surgical operation as shown in Fig. 1a. In order to implement 
endoscope system, we used objective lens (20 × /0.45, MPlanFL; Olympus) as a combination part between the 
scan lens and the imaging fiber bundle system manufactured by Mauna kea technologies, where the imaging 
fiber bundle system consisted of the fiber bundle and imaging lens with field of view (240 µm by 240 µm), lateral 
resolution (≈1 µm), and working distance (55 µm ~ 65 µm). Imaging fiber bundle used for endoscope system 
had a diameter of about 2.6 mm, a length of 3 m, and 30,000 core pixels with a diameter of 3 µm. The imaging 
bundle was situated at the focal position of the objective lens. The laser beam passed to the imaging fiber bundle 
system through the scan lens and excited to the tissue in Fig. 1a. After the reflected emission beam was gathered 
by PMT connected to digitizer, we could obtain 2D fluorescence lifetime information of tissues over a certain 
area at the speed of 2 images per second. The proposed endoscopic system can be utilized in gastroenterology 
by inserting the imaging fiber bundle into a biopsy channel of a commercial endoscope and in surgery itself for 
the needs of a clinical applications.

Changes in the fluorescence lifetime of the fluorescein according to pH. The fluorescence life-
time of sodium fluorescein depends on pH but not on temperature (22 to 37 degree) or molecule concentra-
tions at the clinical values found in blood vessels and  tissues24,25. The change in fluorescence lifetime with pH is 
related to the structure of fluorescein. As the pH decreases, protons (H +) are added and the structure  changes26. 
Fluorescein absorbs light of 490 nm wavelength and emits a green light around 515 nm. When pH > 8, absorp-
tion and emission are greatest. Due to the equilibrium between phenol fragments and carboxyl functions and 
lactones, fluorescein’s ionic charge and chemical structure evolve with the ambient pH, causing fluctuations 
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in its photophysical properties. At 490 nm excitation, the fluorescence quantum yield is very high under basic 
conditions (pH > 8), but acidification of the solution gradually leads to fluorescence extinction. This is because 
fluorescein in its anionic form transitions to anionic equilibrium, resulting in lower absorbance associated with 
blue shift. In other words, as the pH decreases, the quantum yield decreases and the fluorescence lifetime short-

Figure 1.  (a) Schematic illustration of the experimental set-up. (b) Signal chronogram of trigger 
synchronization.
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ened according to the following equation: Φf =  kr × τf where Φf is the fluorescence emission quantum yield, τf 
is the fluorescence lifetime and  kr is the constant. Figure 2a shows the structure of sodium fluorescein as a pH 
indicator used in this study.

In order to demonstrate the relation between fluorescence lifetime and pH using the proposed AMD-FLE 
system in three different concentration conditions of sodium fluorescein (25, 50, and 75 µg/mL). We followed 
the previous results reported by Hammer et al.24. We used sodium fluorescein as a pH indicator to measure the 
change of a fluorescence lifetime for pH within a range from 3.9 to 9.6. Additionally, we measured the fluores-
cence lifetime of sodium fluorescein with different concentration of 25, 50, and 75 µg/mL to confirm that fluo-
rescence lifetime was not dependent on concentration but pH in fluorescein. We used 485 nm pulse laser with a 
width of 30 ps and a repetition rate of 8 MHz as an excitation optical source to fluorescein (Fig. 2b). These results 
revealed there existed the relation between fluorescence lifetime and pH in fluorescein. It can be clearly seen that 
lifetime increased steadily to 5.4 ns as pH increased from 3.9 to 7.4 and then lifetime remained stable at approxi-
mately 7.8. These results indicated that the proposed measurement technique with fluorescence lifetime imaging 
can distinguish between cancer tissues and normal tissues since cancer tissues show a decreased pH, compared 
to normal tissues. We also found there was a similar trend in lifetime versus pH regardless of concentration of 
fluorescein. These results were in good correspondence to the previous  study24. As illustrated in Fig. 2c, we also 
measured fluorescence lifetime versus pH in fluorescein using a commonly used time-correlated single photon 
counting (TCSPC) equipment produced by PicoQuant (FluoTime 300, www. picoq uant. com) to prove our results 
with AMD-FLE system. Our findings showed the results of our proposed fluorescence lifetime measurement 
correlated well with that of the commercial product, which illustrated our proposed system showed a good per-
formance with an accuracy for the measurement of a fluorescence lifetime. Figure 2d shows the change in pH of 
PBS by the addition of 20% HCl or NaOH in sodium fluorescein solution. We made fluorescein solutions with a 
different pH and then measured the pH in fluorescein solution using pH measurement device (LAQUA 9615S; 
HORIBA). The titration of either a strong acid with a strong base or a strong base with a strong acid produces an 
S-shaped  curve27. Fluorescence lifetime of Fig. 2 were calculated by averaging 10,000 samples over an area of 100 
by 100 pixels in 2D fluorescence lifetime image. We utilized its mean value as a diagnostic indicator for normal 
and cancer tissues, where the sensitivity of pH in our system was approximately 0.06 using a least-square line 
fit within a range from pH 6.5 to pH 7.6 from the sensitivity (≈30 ps) of the fluorescence lifetime measurement 
referred as our previous  study28.

Figure 2.  (a) The structures of pH indicators used in this study. (b) Fluorescence lifetime versus pH of sodium 
fluorescein excited by 485 nm laser with FLE at three different concentrations with 25 µg/mL (Red dots), 50 µg/
mL (Blue dots), and 75 µg/mL (Black dots) between pH 3.9 and pH 9.6. (c) Fluorescence lifetime versus pH of 
25 µg/mL sodium fluorescein by 485 nm with FLE (Red dots) or TCSPC (Black dots). (d) Change in pH of PBS 
by the addition of 20% HCl (Red dots) or NaOH (Black dots) solution.

http://www.picoquant.com
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Cancer discrimination based on pH and fluorescence lifetime. To determine whether real-time 
cancer diagnosis is possible, fluorescein (50 μg/mL) was dropped on the surface of tumor and normal tissues 
in live mouse and then the surface was washed with PBS at three times. Finally, we measured the fluorescence 
lifetime of normal and tumor tissues using the proposed system.

As shown in Fig. 3c, the mean value of the fluorescence lifetime was 5.96 ns in normal tissue and its pseudo 
color seemed dark yellow. In contrast, the mean value of the fluorescence lifetime was 4.60 ns in tumor tissue 
and its pseudo color seem light green in Fig. 3d. These results reported that the fluorescence lifetime of the tumor 
tissue was lower than that of the normal tissue in mice with breast tumor. Our findings showed that the difference 
in fluorescence lifetime by the effect of pH in the cancer tissue, compared to the normal tissue. The mean value 
of the fluorescence lifetime was averaged for 10,000 pixels over an area of 100 µm by 100 µm.

In order to confirm the feasibility to discriminate the boundary between a normal region and a tumor region, 
we randomly selected five points in their regions for mice with a breast cancer and mice with a skin cancer and 
fluorescence lifetime was measured 10 times at each point. Fluorescence lifetime value (FLV) was averaged for 
mean values of fluorescence lifetime measured 10 times at each point. Finally, we obtained the normal mean 
and the tumor mean by averaging 5 fluorescence lifetime values for 5 points, where the area of the point cor-
responded to 100 µm by 100 µm. As shown in Fig. 4b,c illustrated the comparison of the fluorescence lifetime 
distribution and FLV for normal mean and tumor mean, respectively. The FLV ranged from 5.78 to 6.09 ns and 
its mean was 5.97 ns for normal tissues of breast cancer mice as shown in the top (row)-left (side) of Fig. 4. The 
FLV ranged from 4.23 to 4.91 ns and its mean was 4.61 ns for tumor tissues of breast cancer mice. From these 
results, we found the difference in fluorescence lifetime was approximately 1.36 ns.

To determine whether the diagnosis could be made according to the size or type of tumor, tumors were 
categorized as measuring less than 1 cm (Fig. 4, left) or greater than 1.5 cm (Fig. 4, right) in diameter. A375 skin 
cancer tumors (Fig. 4, bottom) were also measured several times in the same way described for breast cancer. 
There were only very minor changes depending on tumor size, and the results confirmed that the difference in the 
fluorescence lifetime between normal tissues and breast cancer tissues was approximately 1300 ps, whereas that 
between normal tissues and skin cancer tissues was approximately 2200 ps. These results confirmed that cancer 
tissues could be distinguished from normal tissues in real-time using the proposed endoscopic fluorescence 
lifetime based on pH, enabling diagnosis of a cancer without resection of tissues.

Next, we compared our results with results obtained from H&E staining. This technique was used to confirm 
the presence of tumor tissues within the tissue regions evaluated. Nuclei were stained purple, and cytoplasm 
was stained pink. Cancer cells were larger in size than normal cells, and their morphology was not uniform. 
Additionally, we observed giant nuclei, dual nuclei, multiple nuclei, or irregular nuclei in cancer cells, and the 
ratio of nucleus to cytoplasm in cancer cells was different from that of normal cells (Fig. 5). H&E staining also 
showed that the nucleoli of MDA-MB-361 and A375 cell derived tumors are prominent, compared to normal 
tissues. These findings confirmed that the results obtained using our method of analysis were consistent with 
those obtained from conventional H&E staining.

In order to elucidate difference in fluorescence lifetime for normal and tumor tissues displayed in Fig. 4, we 
evaluated it between normal tissues (N = 20) and tumor tissues with MDA-MB-361 breast cancer (N = 10) and 
A375 skin cancer (N = 10) using ANOVA statistical analysis by PRISM 9.1.0.221 (GraphPad Software Inc., https:// 
www. graph pad. com/ scien tific- softw are/ prism/). Variance in p-value between normal tissues and breast tumor 
tissues displayed in Fig. 5 clearly verified the difference between two fluorescence lifetime (P < 0.0001), where 
the averaged lifetime of normal tissues was 5.96 ns and the averaged lifetime of breast tumor tissues was 4.59 ns. 

Figure 3.  Demonstration of fluorescence lifetime distinction between tumor and normal tissues in mice. 
(a,b) The top row shows the fluorescence lifetime measurement images for normal and tumor tissues using the 
proposed system in mice with subcutaneous MDA-MB-361 breast tumors. (c,d) Fluorescence lifetime images 
over 100 by 100 pixels and its mean value in normal tissue of (a) and in tumor tissue of (b). The color bar 
represents the fluorescence lifetime in nanosecond.

https://www.graphpad.com/scientific-software/prism/
https://www.graphpad.com/scientific-software/prism/
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The fluorescence lifetime of the two tissues between normal and skin tumor tissues also showed a significant 
difference in P-value (P < 0.0001), where the averaged lifetime of skin tumor tissues was 3.80 ns.

Discussion
Breast cancer is one of the most common invasive cancer in women and a fatal disease in which cancer cell forms 
in the tissues of the breast. In the paper, we have attempted to verify the feasibility of in-situ diagnosis using the 
fluorescence lifetime imaging technique in breast cancer without the resection of tissues.

Fluorescence lifetime imaging techniques have exploited the lifetime characteristics of fluorescence caused 
by the change of molecular conformation in cells. Numerous studies have been attempted to apply the intraop-
erative fluorescence lifetime techniques to cancer diagnosis for  surgery29–35. The Fruhwirth’s group presented 
an endoscopic fluorescence lifetime imaging system based on time-correlated single photon counting (TCSPC) 
with a live  cell31. The Wang’s group described intraoperative margin assessment in TCSPC fluorescence lifetime 
microscopy for lung  cancer32. This limited the assessment of a cancer in real time due to the acquisition time of 
single photon emitted by a tissue. However, a real-time fiber-based fluorescence lifetime imaging application 
using TCSPC has been recently proposed by Lagarto’s  group33. This method showed the real time fluorescence 
lifetime imaging technique based on TCSPC by single-point measurement method with synchronous external 
illumination. Marcu’s group have proposed the new approach of the real time fluorescence lifetime imaging 
by using the pulse sampling technique in terms of the high speed acquisition of a fluorescence signal, which 
required high speed sampling rate digitizer over 12.5 GS/s34. Wide field fluorescence lifetime imaging (FLIM) 
approaches using time-of-flight (ToF) camera were proposed by The Erkkilä’s  group35. However, this could be 
only applicable to discriminate normal tissues from tumor tissues in the resected tissues. To improve the signal 
processing speed associated with the acquisition time of single photon counting, Kim’s group proposed a new 

Figure 4.  (a) Camera images showing the boundary between the cancer tissue and normal area and the point 
at which the fluorescence lifetime was measured in mice. (b) Distribution of fluorescence lifetimes within the 
tumor and normal tissues. (c) Fluorescence lifetime value for each point. The left and right panels represent 
the fluorescence lifetimes of different tumor sizes; the top and bottom represent the fluorescence lifetimes 
for MDA-MB-361 breast cancer and A375 skin cancer samples, respectively. (The color bar represents the 
fluorescence lifetime in nanosecond) (△T means the difference in fluorescence lifetime between the normal 
mean and tumor mean) (**** P < 0.0001, normal tissues versus tumor tissues).
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fluorescence lifetime imaging system (FLIS) based on AMD (analog-mean delay) in  200936. We developed the 
high-speed AMD-FLIS using GPU to visualize the fluorescence lifetime image in real  time20. The fluorescence 
lifetime imaging system with AMD could help the mechanism identification since it could observe and analyze 
the biomedical phenomena such as pH, ion concentration, or intracellular environment occurred within 1  s23.

In this study, we proposed a new cancer diagnostic optical measurement method that allows for immedi-
ate diagnosis after dropping a fluorescent probe on the surface of tissue as a non-invasively manner without 
the resection of tissues; this method is based on the detection of differences in pH values between cancer and 
normal tissues using real-time fluorescence lifetime technology. The pH of normal tissues is generally neutral 
(7.0–7.4), whereas the regions around cancer tissues are acidified owing to increased lactic acid content from 
aerobic metabolic processes of cancer cells, resulting in a decrease in  pH37–39. However, in benign tumors, the 
pH value similar to that of normal tissues is hardly distinguishable. Also, inflammation caused by infection may 
be slightly acidic in the microenvironment. However, infectious nodules can be weakly acidic, pH-neutral or 
weakly alkaline, but because they are not strongly acidic, cancer and nodules can be distinguished using  pH40,41.

According to our method, which exploited FDA-approved fluorescein, the fluorescence lifetime values of can-
cer and normal tissues differed due to differences in pH values; normal tissues presented higher pH values than 
cancer tissues, for both breast and skin cancers. In addition, no significant differences in fluorescence lifetimes 

Figure 5.  (a) Images of the breast cancer model (Top: MDA-MB-361 cell line) and skin cancer model (Bottom: 
A375 cell line). Hematoxylin and eosin (H&E) staining results of tissues of the normal group (b) and tumor 
group (c). Compared with tissues in the normal group, those in the tumor group showed cell and nuclear 
damage.
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were observed according to tumor size in mice. This may be related to the use of an epidermal xenograft model, 
which generally yields tumors with similar sizes according to the initial cancer type. However, in clinical trials, 
as the size of a tumor increases, the depth changes and the stage of cancer progresses, resulting in differences in 
pH  values42,43. The fluorescence lifetime will vary according to differences in pH values of cancer tissues. Thus, 
the progression of cancer (based on changes in size) could be predicted by measuring the fluorescence lifetime 
using our system.

Notably, we observed that different types of cancer showed variations in fluorescence lifetime values. For 
example, the differences between normal tissues and tumors tissues were 1300 and 2200 ps for breast cancer 
and skin cancer, respectively. It has been reported that pH varies depending on the tissues and organs of the 
 body39,44,45. For example, the skin maintains a weak acidity of about 5.5 to protect the body from external infec-
tions and the stomach needs to maintain pH 2 in order to digest food. Additional studies using tissues from 
various types cancer are required. Such findings are expected to facilitate cancer diagnosis in real-time.

Finally, we confirmed the results using conventional H&E  staining46–49. The results showed that our method 
yielded results similar to those of H&E staining. Therefore, the proposed pH based FLE approach may be a 
promising method for real-time cancer diagnosis and treatment in the operating room without tissue resection.

In this study, we verified a relationship between fluorescence lifetime and pH in sodium fluorescein and pH-
related fluorescence lifetime imaging technique for cancer diagnosis. Variances of p-value clearly demonstrated 
a distinct discrimination between normal tissues and cancer tissues in Figs. 4 and 6 (p < 0.0001). We provided 
the mean value of 2D fluorescence lifetime information within 100 by 100 pixels as a diagnosis indicator for 
normal and cancer tissues.

Based on these finding, we could assume that pH caused difference in fluorescence lifetime in tissues and 
cancer tissues was lower pH value compared to healthy tissues. I believe that the pseudo color difference in 
fluorescence lifetime between normal and cancer tissues could be an indicator factor for pH-related cancer dis-
crimination. In addition, although the commercial confocal endomicroscopy (Company: Mauna Kea Technolo-
gies, Model: Cellvizio) with fluorescein dye have been extensively utilized to qualitatively determine abnormal 
lesion or a cancer based on the morphological cell imaging, I suggest that our system can provide the quantitative 
information of lifetime and it can be advanced optical imaging technique to provide the biochemical properties 
with pH, ion concentration, or FRET.

Our findings are of great importance for the assessment of cancer with in vivo fluorescence lifetime endos-
copy system in intraoperative laparoscopic surgery applications. Nevertheless, we used imaging fiber bundle 
combined with fluorescence lifetime imaging system based on confocal optical system. Following the principle 
of confocal imaging with high N. A. objective, our system limited the penetration depth of about 60 µm close 
to the surface of a tissue. It was sufficient to measure the fluorescence lifetime information of tissues since the 
emitted fluorescence signal was gathered by contacting the imaging fiber bundle to the surface of tissue as shown 
in Fig. 3. There could be no effect to determine a cancer on the surface of breast and skin samples transversely 
as shown in Fig. 5. In the study, we claimed the cancer diagnosis of pH-related fluorescence lifetime by using 
in vitro pH measurement for sodium fluorescein. Despite promising approach for cancer diagnosis with in vivo 
pH-related optical measurement in laparoscopic surgery without a biopsy, in vivo pH measurement in tissues as 
optical biopsy would be needed for clinical applications. In addition, we suggested the cancer diagnosis technique 
based on fluorescence lifetime for topical applications which might limit a tissue absorption and penetration of 
the fluorophore. The used fluorescein has been approved for clinical uses based on intravenous administration. 
To succeed our present technique as a practical medical device, two kinds of issues with in vivo pH measure-
ment and intravenous administration for fluorescein should be discussed and solved by comparing in vivo pH 

Figure 6.  Difference in fluorescence lifetime between the normal tissues and two tumor tissues. (**** 
P < 0.0001) (Number of normal tissues = 20, Number of breast tumor tissues = 10, Number of skin tumor 
tissues = 10).



9

Vol.:(0123456789)

Scientific Reports |        (2021) 11:16864  | https://doi.org/10.1038/s41598-021-96531-0

www.nature.com/scientificreports/

measurement between the proposed system and a commercial pH measurement with intraoperative intravenous 
fluorescence injection in further studies.

In summary, the presented study has demonstrated the real-time pH-related fluorescence lifetime imaging 
system can be a practical tool to determine a cancer or abnormal lesion associated with pH by showing differ-
ence in fluorescence lifetime between normal and cancer tissues. We believe that the proposed fluorescence 
lifetime endoscopy, with the help of pH, can be utilized to study the biochemical and physical properties under 
stage of cancer.

Materials and methods
Setup for real‑time AMD‑FLE. A schematic diagram of the real-time confocal AMD-FLE method is 
shown in Fig. 1a. Except for the instrument response function (IRF) referencing technique, the optical meas-
urement part of the system was almost identical to that used in our previous  research23. In this study, we used 
a 485 nm center wavelength diode pulse laser, with an 8 MHz pulse repetition rate, 30 ps full width at half 
maximum, and 0.8 mW average power. The collimated pulse laser beam was transmitted to a dichroic mirror 
(MD499; Thorlabs) and divided into two paths: the florescence signal and the IRF signal. A fluorescence signal 
laser passed through an optical short pass filter (SPF, FF01-498/SP-25; Semrock), and the beam passed through 
a galvanometer x–y scanner (Cambridge Technologies) consisting of a 4 kHz resonant x-scanner and a 500 Hz 
non-resonant y-scanner. The scan beam passed through a scan lens, tube lens, mirror, objective lens (20 × /0.45, 
MPlanFL; Olympus), and image fiber bundle (30,000 core, 600 µm image circle diameter; Fujikura) to illumi-
nate the object. The fluorescence signal from the object passed through the dichroic mirror and filtered using a 
500 nm cut-on wavelength optical long pass filter (LPF; cat. no. FFLH0500; Thorlabs). A multimode fiber with 
a core diameter of 50 μm was used as a pinhole and was connected to a photomultiplier tube (PMT; cat. no. 
H10720-01; Hamamatsu). The IRF signal was optically delayed using a fiber with a length of 20 m and input-
ted into the PMT. Because the optical delay method was used, the fluorescence signal and the IRF signal were 
obtained through the same PMT and the same digitizer channel.

The optical signal acquired through the PMT was converted into an electrical signal and passed through the 
10th Gaussian LPF (GLPF, 50 MHz cutoff frequency)50 and an electrical amplifier (cat. no. TB-409; Minicircuits). 
The lowpass signal was acquired using a digitizer (cat. no. PCI-5114; National Instruments) with a sampling rate 
of 120 MB/s. To ensure sufficient signal quality, the laser signal was averaged over 10,000 times. A digitizer and 
a GPU (NVIDIA GeForce GTX TITAN Black) implemented in an HP Z420 workstation were used for signal 
acquisition and data processing.

Trigger synchronization of digitizers, pulsed lasers, and x–y scanners are extremely important to obtain a 
clear image. Figure 1b shows the signal chronogram of trigger synchronization. Trigger synchronization was 
implemented using a synchronization block consisting of a D-Flip Flop digital circuit, digital input output, and 
analog output. First, when an analog signal for operating an x-scan mirror is inputted from the control board to 
the scan driver, the x-scan driver operates the mirror and yields a 4 kHz synchronization signal. A new trigger 
is created using the AND operation of the high level of the x-scan synchronization signal and the rising edge of 
the laser pulse trigger. The generated trigger is used for digitizing triggering and y-scan analog signal genera-
tion triggering.

The software was developed in the Microsoft Visual Studio 2013 environment with MFC, NI-Scope API, and 
Open CV. The GPUs were programmed using NVIDIA’s Common Unified Device Architecture  technology51. 
The algorithm processing of individual pixels are independent of one another. Therefore, fluorescence lifetimes 
for all pixels can be simultaneously  extracted20.

Statistical analysis. Data were analyzed by ANOVA using PRISM 9.1.0.221 (GraphPad Software Inc., 
https:// www. graph pad. com/ scien tific- softw are/ prism/). Statistical significance was accepted for case with 
p < 0.0001.

Fluorescence lifetime measurement of fluorescein according to PH. Solutions with different pH 
were prepared by adjusting the volume of 20% HCl or NaOH in phosphate-buffered saline (PBS). The pH of the 
solution was measured using a commercially LAQUA 9615S pH meter sold by Horiba. Then, the fluorescence 
lifetime was measured after adding the same amount of different concentration of fluorescein with 25 μg/mL, 
50 μg/mL and 75 μg/mL using excitation wavelength 485 nm and emission wavelength 520 nm by our FLE sys-
tem or commercialized TCSPC system (FluoTime 300; PicoQuant) at room temperature.

Cell culture. MDA-MB-361(human breast cancer) and A375 (human melanoma skin cancer) cells were 
purchased from the Korean cell line bank (Seoul, Korea). MDA-MB-361 and A375 cells were grown in 89% 
Dulbecco’s modified Eagle’s medium with 10% fetal bovine serum and 1% antibiotic–antimycotic solution. Cells 
were routinely maintained on plastic tissue culture dishes at 37 °C in a humidified 5% CO2/95% air-containing 
atmosphere.

Animal models preparation and In vivo cancer detection. All animal experiments were performed 
with protocols approved by the Institutional Animal Care and Use Committee (IACUC) of the Asan Institute for 
Life Sciences, Asan Medical Center. The institutional review board of Asan Medical Center (IRB No.2019-14-
272) approved this study. The committee abides by the Institute of Laboratory Animal Resources (ILAR) guide-
lines. All experiments were performed in accordance with relevant guidelines and regulations. The animals were 
housed under standard laboratory conditions with a temperature of 21–23 °C and 12 h dark/light cycles. Mice 
were allowed ad libitum access to food and water throughout the study period. In vivo studies were performed 

https://www.graphpad.com/scientific-software/prism/
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using a xenograft tumor  model52,53 in mice. In this study, the reproducibility was confirmed by conducting an 
experiment of 5 animals each according to the type and size of the tumor (n = 5 per tumor size, per tumor type; 
total n = 20), and representative results were described as a total of 4 animals, one each according to the type 
and size of the tumor. For the xenograft model, MDA-MB-361 (5 × 106) and A375 (2 × 106) cells were harvested, 
resuspended in PBS, and subcutaneously injected into the flanks of BALB/c nude mice (6 weeks old; male; body 
weight, 20 ± 3; Japan, SLC, Inc.). Tumor volumes were monitored using bioluminescent imaging after reaching 
60–120 mm3. For in vivo detection of cancer in mice, 0.05 mg/mL sodium fluorescein dissolved in PBS was 
dropped on the tumor and normal tissues of all mice (n = 20, 5 per tumor size and type). In all cases, in order 
to completely remove fluorescein remaining on the surface, fluorescein was applied and then the surface was 
washed with PBS at three times. The animals were administered continuous anesthesia (2% isoflurane) during 
the measurements (5). Fluorescence lifetime measurements in mouse tissues were performed using an imaging 
fiber bundle and the developed fluorescence lifetime measurement system. The fluorescence lifetime was meas-
ured in real-time by touching the end of the imaging fiber bundle to the site to be measured. When measuring 
the fluorescence lifetime, to ensure sufficient signal quality, the laser signal was averaged over 10,000 times. The 
fluorescence lifetime was measured more than once per second. All efforts were made to minimize animal suf-
fering and animal handling was performed in according to the ARRIVE guidelines.

H&E staining of tissue sections. Tumor tissues in mouse bearing MDA-MB-361 and A375 xenograft 
models were excised for histological examination. Tissues were dissected, embedded in paraffin, and sectioned 
(5 μm thick). After then tissues were dewaxed in xylene and rehydrated through a serial of decreasing concentra-
tion of ethanol. The tissue sections were washed in PBS and stained with H&E, dehydrated in increasing concen-
trations of alcohol and xylene, and imaged using a Vectra 3 automated quantitative pathology imaging system.

Received: 28 December 2020; Accepted: 4 August 2021

References
 1. Anjum, F., Razvi, N. & Masood, M. A. Breast cancer therapy: A mini review. MOJ Drug Des. Dev. Ther. 2, 35–38 (2017).
 2. Huang, Z. et al. Near-infrared Raman spectroscopy for optical diagnosis of lung cancer. Int. J. Cancer 107, 1047–1052 (2003).
 3. Devpura, S. et al. Detection of benign epithelia, prostatic intraepithelial neoplasia, and cancer regions in radical prostatectomy 

tissues using Raman spectroscopy. Vib. Spectrosc. 53, 227–232 (2010).
 4. The, S. K. et al. Diagnostic potential of near-infrared Raman spectroscopy in the stomach: Dirrerentiating dysplasia from normal 

tissue. Br. J. Cancer 98, 457–465 (2008).
 5. Desroches, J. et al. Characterization of a Raman spectroscopy probe system for intraoperative brain tissue classification. Biomed. 

Opt. Express 6, 2380–2397 (2015).
 6. Egorova, K. S. & Ananikov, V. P. Toxicity of metal compounds: Knowledge and myths. Organometallics 36, 4071–4090 (2017).
 7. Brunetti, J. et al. Near-infrared quantum dots labelled with a tumor selective tetrabranched peptide for in vivo imaging. J. Nano-

biotechnol. 16, 21–30 (2018).
 8. Hong, H. et al. Cancer-targeted optical imaging with fluorescent zinc oxide nanowires. Nano Lett. 11, 3744–3750 (2011).
 9. Ballou, B. et al. Cyanine Fluorochrome-labeled antibodies in vivo: Assessment of tumor imaging using Cy3, Cy5, Cy5.5, and Cy7. 

Cancer Detect. Prevent. 22, 251–257 (1998).
 10. Manoharan, R. & Parkinson, J. Sodium fluorescein in brain tumor surgery: Assessing relative fluorescence intensity at tumor 

margins. Asian J. Neurosurg. 15, 88–93 (2020).
 11. Vyas, K., Hughes, M., Leff, D. R. & Yang, G. Methylene-blue aided rapid confocal laser endomicroscopy of breast cancer. J. Biomed. 

Opt. 22, 020501–020504 (2017).
 12. Boni, L. et al. Indocyanine green-enhanced fluorescence to assess bowel perfusion during laparoscopic colorectal resection. Surg. 

Endosc. 30, 2736–2742 (2016).
 13. Labib, P. L., Yaghini, E., Davidson, B. R., MacRobert, A. J. & Pereira, S. P. 5-aminolevulinic acid for fluorescence-guidid surgery 

in pancreatic cancer: Cellular transport and fluorescence quantification studies. Transl. Oncol. 14, 100886–100893 (2021).
 14. Nakai, Y. et al. Confocal laser endomicroscopy in gastrointestinal and panereatobiliary disease. Dig. Endosc. 26, 86–94 (2014).
 15. Fugazza, A. et al. Confocal laser endomicroscopy in gastrointestinal and pancreatobiliary diseases: a systematic review and meta-

analysis. Biomed. Res. Int. 2016, 4638683–4638713 (2016).
 16. Rosal, B. D. & Benayas, A. Strategies to overcome autofluorescence in nanoprobe-driven in vivo fluorescence imaging. Small 

Methods 2, 1800075–1800091 (2018).
 17. Sarder, P., Maji, D. & Achilefu, S. Molecular probes for fluorescence lifetime imaging. Bioconjugated Chem. 26, 963–974 (2015).
 18. McGinty, J. et al. Wide-field fluorescence lifetime imaging of cancer. Biomed. Opt. Express. 2, 627–640 (2010).
 19. Gerritsen, H. C., Asselbergs, M. A., Agronskaia, A. V. & Vansark, W. G. Fluorescence lifetime imaging in scanning microscopy. 

Handb. Biol. Confocal Microscopy 3, 516–534 (2006).
 20. Kim, B., Park, B., Lee, S. & Won, Y. GPU accelerated real-time imaging microscopy (FLIM) based on the analog mean delay (AMD) 

method. Biomed. Opt. Express 7, 5055–5065 (2016).
 21. Kumar, A. N. et al. Fluorescence lifetime-based contrast enhancement of indocyanine green labeled tumors. J. Biomed. Opt. 22, 

040501–040504 (2017).
 22. Won, Y., Park, B., Kim, I. & Lee, S. Fluorescence lifetime measurement with confocal endomicroscopy for direct analysis of tissue 

biochemistry in vivo. Heliyon 2, e00139 (2016).
 23. Won, Y. et al. High-speed confocal fluorescence lifetime imaging microscopy (FLIM) with the analog mean delay (AMD) method. 

Opt. Express. 19, 3396–3405 (2011).
 24. Hammer, M., Schweitzer, D., Richter, S. & Konigsdorffer, E. Sodium fluorescein as a retinal PH indicator. Physiol. Meas. 26, N9–N12 

(2005).
 25. Berezin, M. Y. & Achilefu, S. Fluorescence lifetime measurements and biological imaging. Chem. Rev. 110, 2641–2684 (2010).
 26. Gutierrez, D., Alvarez, J. & Racedo, F. Development of a steady-state fluorescence spectroscopy system and a time-resolved fluo-

rescence spectroscopy system. J. Phys. Conf. Ser. 1247, 012017–012030 (2019).
 27. Harris, D. C. Quantitative Chemical Analysis 4th edn, 10–11 (W. H. Freeman and Company, 1995).
 28. Won, Y. J., Moon, S., Han, W. T. & Kim, D. Y. Referencing techniques for the analog mean-delay method in fluorescence lifetime 

imaging. J. Opt. Soc. Am. A 27, 2402–2410 (2010).



11

Vol.:(0123456789)

Scientific Reports |        (2021) 11:16864  | https://doi.org/10.1038/s41598-021-96531-0

www.nature.com/scientificreports/

 29. Rajasekaran, R. et al. Steady-state and time-resolved fluorescence spectroscopic characterization of urine of healthy subjects and 
cervical cancer patients. J. Biomed. Opt. 19, 037003–103711 (2014).

 30. Marsden, M. et al. Intraoperative margin assessment in oral and oropharyngeal cancer using label-free fluorescence lifetime imag-
ing and machine learning. IEEE Trans. Biomed. Eng. 68, 857–868 (2021).

 31. Fruhwirth, G. O. Fluorescence lifetime endoscopy using TCSPC for the measurement of FRET in live cells. Opt. Express 18, 
11148–11158 (2010).

 32. Wang, M. et al. Rapid diagnosis and intraoperative margin assessment of human lung cancer with fluorescence lifetime imaging 
microscopy. BBA Clin. 8, 7–13 (2017).

 33. Lagarto, J. L., Shcheslavskiy, V., Pavone, F. S. & Cicchi, R. Real-time fiber-based fluorescence lifetime imaging with synchronous 
external illumination: A new path for clinical translation. J. Biophotonics 13, 1–14 (2019).

 34. Marcu, L. et al. Electrocautery effects on fluorescence lifetime measurements: An in vivo study in the oral cavity. J. Photochem. 
Photobiol. B. 185, 90–99 (2018).

 35. Erkkilä, M. T. et al. Widefield fluorescence lifetime imaging of protoporphyrin IX for fluorescence-guided neurosurgery: An ex vivo 
feasibility study. J. Biophotonics 12, e201800378–e201800385 (2019).

 36. Moon, S., Won, Y. & Kim, D. Y. Analog mean-delay method for high-speed fluorescence lifetime measurement. Opt. Express. 17, 
2834–2849 (2009).

 37. Tannock, I. F. & Rotin, D. Acid pH in tumors and its potential for therapeutic exploitation. Can. Res. 49, 4373–4384 (1989).
 38. Yang, O. C. Y. & Loh, S. Acidic stress triggers sodium coupled bicarbonate transport and promotes survival in A375 human mela-

noma cells. Sci. Rep. 9, 6858–6869 (2019).
 39. Hao, G., Xu, Z. P. & Li, L. Manipulating extracellular tumour pH: An effective target for cancer therapy. RSC Adv. 8, 22182–22192 

(2018).
 40. Linderman, L. R. Differentiating lung cancer and infection based on measurements of extracellular pH with acido CEST MRI. Sci. 

Rep. 9, 13002–13009 (2019).
 41. Tang, Y. Noninvasive detection of extracellular pH in human benign and malignant liver tumors using CEST MRI. Front Oncol. 

10, 578985–578994 (2020).
 42. Wachsberger, P., Burd, R. & Dicker, A. P. Tumor response to ionizing radiation combined with antiangiogenesis or vascular target-

ing agents. Clin. Cancer Res. 9, 1957–1971 (2003).
 43. Ward, C. et al. The impact of tumor pH on cancer progression: Strategies for clinical intervention. Explor. Target Antitumor Ther. 

1, 71–100 (2020).
 44. Anderson, M., Moshnikova, A., Engelman, D. M., Reshetnyak, Y. K. & Andreev, O. A. Probe for the measurement of cell surface 

pH in vivo and ex vivo. PNAS 113, 8177–8181 (2016).
 45. Proksch, E. pH in nature, humans and skin. J. Dermatol. 45, 1044–1052 (2018).
 46. Lee, Y. T. et al. Characterization of a murine xenograft model for contrast agent development in breast lesion malignancy assess-

ment. J Biomed Sci. 23, 46–58 (2016).
 47. Huang, Z., Yu, P. & Tang, J. Characterization of triple-negative breast cancer MDA-MB-231 cell spheroid model. Onco Targets 

Ther. 13, 5395–5405 (2020).
 48. Wei, W. et al. CD146-targeted multimodal image-guided photoimmunotherapy of melanoma. Adv. Sci. 6, 1801237–1801248 (2019).
 49. Svram, S. et al. Standardization of A375 human melanoma models on chicken embryo chorioallantoic membrane and balb/c nude 

mice. Oncol. Rep. 38, 89–99 (2017).
 50. Zverev, A. I. Handbook of Filter Synthesis (John Wiley & Sons, 2005).
 51. NVIDIA, NVIDIA CUDA Programming Guide Version 7.0 (2015).
 52. Kim, J. H. et al. Facilitated intracellular delivery of peptide-guided nanoparticles in tumor tissues. J. Control Release. 3, 493–499 

(2012).
 53. Min, K. H. et al. Acidic pH-responsive MPEG-poly(beta-amino ester) polymeric micelles for cancer targeting therapy. J. Control 

Release. 2, 259–266 (2010).

Acknowledgements
This work was supported by the Starting growth Technological R&D Program (S3033023) funded by the Small 
and Medium Business Administration (SMBA, Korea)". The authors thank Dr. Sang Mun Bae at the Asan Medical 
Center for in vivo experiment to prepare mouse model.

Author contributions
J.L., B.K. and S.L. designed research and wrote the main manuscript text. J.L., B.P. and B.K. were involved as 
follows: a first investigator prepared animal model for FLE instrument measurement, including the anaesthetic 
procedure. The second investigator made an optical system. Finally, the third investigator developed data pro-
cessing and control part and analyzed the data of the tumor diagnosis measurement. The collecting the data were 
analyzed by J.L., B.K., Y.W. and S.Y.K. All authors read and approved the final manuscript.

Competing interests 
The authors declare no competing interests.

Additional information
Correspondence and requests for materials should be addressed to S.L.

Reprints and permissions information is available at www.nature.com/reprints.

Publisher’s note Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

www.nature.com/reprints


12

Vol:.(1234567890)

Scientific Reports |        (2021) 11:16864  | https://doi.org/10.1038/s41598-021-96531-0

www.nature.com/scientificreports/

Open Access  This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 

format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the 
Creative Commons licence, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons licence, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons licence and your intended use is not 
permitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from 
the copyright holder. To view a copy of this licence, visit http:// creat iveco mmons. org/ licen ses/ by/4. 0/.

© The Author(s) 2021

http://creativecommons.org/licenses/by/4.0/

	Real-time cancer diagnosis of breast cancer using fluorescence lifetime endoscopy based on the pH
	Results
	Real-time AMD-FLE endoscope system. 
	Changes in the fluorescence lifetime of the fluorescein according to pH. 
	Cancer discrimination based on pH and fluorescence lifetime. 

	Discussion
	Materials and methods
	Setup for real-time AMD-FLE. 
	Statistical analysis. 
	Fluorescence lifetime measurement of fluorescein according to PH. 
	Cell culture. 
	Animal models preparation and In vivo cancer detection. 
	H&E staining of tissue sections. 

	References
	Acknowledgements


