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An optical microscope enables image-based findings and diagnosis on microscopic targets, which is
indispensable in many scientific, industrial and medical settings. A standard benchtop microscope
platform, equipped with e.g., bright-field and phase-contrast modes, is of importance and convenience
for various users because the wide-field and label-free properties allow for morphological imaging
without the need for specific sample preparation. However, these microscopes never have capability
of acquiring molecular contrast in a label-free manner. Here, we develop a simple add-on optical
unit, comprising of an amplitude-modulated mid-infrared semiconductor laser, that is attached to a
standard microscope platform to deliver the additional molecular contrast of the specimen on top of
its conventional microscopic image, based on the principle of photothermal effect. We attach this unit,
termed molecular-contrast unit, to a standard phase-contrast microscope, and demonstrate highspeed label-free molecular-contrast phase-contrast imaging of silica-polystyrene microbeads mixture
and molecular-vibrational spectroscopic imaging of HeLa cells. Our simple molecular-contrast unit can
empower existing standard microscopes and deliver a convenient accessibility to the molecular world.
An optical microscope is a universal tool permeated through numerous aspects of science, industry and medicine. Observation of microscopic world is at the basis of studying unknown physical1–3 and biological4–6 phenomena, mass-production inspection such as semiconductor7 and pharmaceutical8 production lines, and
clinical and medical diagnosis9–11, in addition to daily research activities. Today, various microscopic modalities
are offered by commercial benchtop platforms and add-on units including bright-field (BF), dark-field (DF),
differential-interference-contrast (DIC), and phase-contrast (PC)12 modalities. These are powerful tools to obtain
image contrast based on optical absorption, scattering or thickness revealing the microscopic morphology of the
specimen, and yet convenient because the specimen can be observed, without any specific preparation or alteration, in real time or even at a high frame rate if equipped with a commercial high-speed camera.
Despite the above-mentioned superior capability on morphological imaging, standard BF microscopes are
inherently blind to molecules and none of the existing add-on units, such as DF, DIC or PC, is able to provide
molecular contrast (MC). Although vibrational spectroscopic techniques such as infrared absorption and Raman
scattering spectroscopy can be considered as candidates for realizing a MC unit, it turns out that they are not
compatible with a standard microscope, which is operated with wide-field incoherent visible light illumination
and image acquisition with a camera. This is because an infrared absorption microscope requires a light source
in the infrared spectral region, while Raman microscope a visible laser and a spectrometer. Furthermore, both
microscope techniques are often operated in a point-scanning detection instead of wide-field imaging with an
image sensor.
Here, we propose and demonstrate a concept of add-on MC unit to a standard benchtop optical microscope
system, which is enabled by mid-infrared (MIR) photothermal effect induced by an amplitude-modulated
mid-infrared semiconductor laser. The amplitude-modulated MIR laser beam illuminated widely onto the specimen generates the refractive-index modulation via photothermal effect13–15 at specific sites where vibrationally
resonant molecules exist, which is then visualized by phase-sensitive imaging with a PC microscope. In this
proof-of-concept demonstration, we develop a system, which we call MC-PC microscope, based on a commercial PC microscope platform and perform high-speed imaging of silica-polystyrene microbeads mixture at 3,000
frames per second (fps) and molecular-vibrational spectroscopic imaging of HeLa cells at 10 fps.
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Figure 1. Molecular-contrast phase-contrast (MC-PC) microscopy. To obtain the MC image of the sample, the
add-on “MC unit” is attached to an existing standard PC microscope platform, which consists of an amplitudemodulated continuous-wave MIR QCL. The amplitude-modulated MIR beam is weakly focused onto the
sample placed at the objective focus to cover the entire region of the specimen. This induces the molecularvibrational photothermal effect at specific sites within the specimen where vibrationally resonant molecules
exist, which is detected as temporal intensity-modulations in the time-series of the recorded PC images. These
photothermal signatures are computationally extracted to reveal and add the resonant MC to conventional PC
microscope images. LED: light-emitting diode.

Results

Principle of MC-PC microscopy.

Our MC-PC microscope is realized by the MC unit, comprising of an
amplitude-modulated MIR semiconductor quantum cascade laser (QCL)16, attached to a standard PC microscope platform (see Fig. 1). The amplitude-modulated MIR laser beam excites the wide-field area of the sample at
the objective focus. The molecular-vibrational photothermal effect takes place only at specific sites in the sample
where vibrationally resonant molecules exist, which appears as temporal intensity modulations in the PC image.
The camera records the video of this phenomenon, and the resulting periodic photothermal signals are computationally extracted to produce the MC image. Note that a PC microscope, unlike, e.g., a BF microscope, is the
key instrument to achieve the sensitive detection of the MC, because the photothermal refractive-index change
appears in the optical phase rather than in the amplitude.
It is noteworthy that our MC-PC microscope can potentially realize high speed MC imaging with high spatial
resolution and low photodamage. Although the MC is resulting from MIR absorption, the spatial resolution of our
MC images can be beyond the MIR diffraction limit due to the visible-light-based PC microscopic detection of
the photothermal optical-phase change. In addition, the wide-field detection allows for high-speed image acquisition ultimately limited by the frame rate of the image sensor. This can be beyond the reach of the state-of-the-art
label-free chemical imaging methods such as coherent Raman imaging17,18 in which a point-scanning mechanism
is typically used for image acquisition, limiting its imaging speed to ~30 fps. Furthermore, the sample’s photodamage associated with linear and nonlinear electronic transitions19 could be significantly reduced with our
technique due to the low photon energy of MIR light as well as the low optical fluence of the visible light used for
wide-field PC microscopic observation.

High-speed molecular-vibrational imaging of microbeads. To demonstrate the bond-specific molec-

ular contrast of our MC-PC microscope, we measure a mixture of polystyrene and porous silica microbeads with
a diameter of ~5 μm immersed in index-matching oil with the MIR beam configured to 1,045 cm−1 (resonant
to Si-O-Si stretch of SiO2). Figure 2a shows the temporal PC intensities of the polystyrene and the porous silica
microbead. The former stays constant while the latter shows periodic modulation at a frequency of 3,000 Hz
which is the modulation frequency of the MIR beam. This clearly shows the modulated MIR beam induces the
bond-specific PC intensity modulation. Shown in Fig. 2b is the MC image obtained in one MIR excitation cycle,
visualizing the two-dimensional locations of the porous silica microbeads. The obtained MC images include
spurious signal that originates from other mechanisms than the photothermal effect, such as Halo effect of the PC
microscope, which can be filtered as detailed in the Supplementary Information. The wide-field image-acquisition
rate is 3,000 fps for measuring ~200 × 200 of diffraction-limited pixels (~100 μm × 100 μm area) and could be
further increased with a higher MIR modulation frequency and higher-power MIR light sources. Finally, Fig. 2d

Scientific Reports |

(2019) 9:9957 | https://doi.org/10.1038/s41598-019-46383-6

2

www.nature.com/scientificreports

www.nature.com/scientificreports/

a

PC
1,600

MIR ON

polystyrene

1,240
silica

silica

800

PC

MIR OFF

1,280

1,000
polystyrene

650
0

0.5

b

1.0
time (ms)

1.5

MIR OFF

2.0

3,000 fps

MC

5 μm

c

MC
120

120

60

60

MIR ON - OFF

5 μm

MIR OFF - OFF 5 μm

0

400

5 μm

0

Figure 2. High-speed wide-field bond-specific imaging with the MC-PC microscope. (a) Site-specific timedependent PC signals. The shown signals are the spatial-average of 6 × 6 pixels (3 μm × 3 μm) at the center of
the silica (green curve and arrow) and the polystyrene (red curve and arrow) microbeads. The right panel shows
a standard PC microscope image. (b) MC image obtained at 3,000 fps, corresponding to one MIR excitation
cycle. The SNR is 13.2. Note that there exists a systematic spatial variation of the MC due to the spatial intensity
profile of the excitation MIR beam spot at the sample plane. Left: MIR ON – OFF image. Right: MIR OFF – OFF
image. c, MC-PC image synthesized by overlaying the MC (obtained in b) on top of the conventional PC image
(shown in a). The MC selectively highlights the locations of the resonant porous silica microbeads out of the
mixture sample, providing additional but powerful information on top of the conventional PC image.

shows the MC-PC image synthesized by overlaying the obtained MC on top of the conventional PC image, where
the porous silica microbeads are selectively highlighted.

Characterization of MC-PC microscopy. We characterize the performance of our MC-PC microscope in terms of the MC, frame rate and spatial resolution. Shown in Fig. 3 is how the MC and the
full-width-at-half-maximum (FWHM) width of a 5 μm porous silica microbead in the index-matching oil
(Fig. 3a) change with different MIR modulation frequencies (or MIR exposure time per modulation cycle). Note
that the modulation frequency translates to the maximum possible frame rate to obtain the MC image. If the
camera’s frame rate is kept the same, the maximum possible frame rate is in trade off with the SNR, e.g., when capturing at 100,000 fps, 1,000 Hz MIR modulation frequency translates to 1,000 fps at maximum for the MC-image
acquisition by averaging 100 frames, whereas 100 Hz MIR modulation frequency translates to 100 fps at maximum for the MC-image acquisition by averaging 1,000 frames.
According to the graph shown in Fig. 3b, the MC increases with a longer MIR exposure and saturates above
0.5 ms, due to the existence of the heat diffusion time τ ∝ 1 ∕ α (α: thermal diffusivity of the heat absorber)20,21.
When the MIR exposure is longer than τ, the supplied heat accumulates to balance with the heat diffusion,
building a strong saturated MC. Such phenomenon can be modeled by a rate equation, and our measurement
data indeed fits well to an exponential function (τ ~ 100 μs). The heat diffusion time could vary depending on the
size of interest. Many liquid, polymer and glass materials have α ~ 10−7 [m2/s] (e.g., paraffin: ~0.8 × 10−7, ethanol: ~0.85 × 10−7, water: ~1.4 × 10−7, polycarbonate: ~1.5 × 10−7, glass: ~5.6 × 10−7)22–24, suggesting that similar
results could be replicated in other experimental conditions. On the other hand, the MC FWHM width becomes
larger than that of the original PC image (~3 μm) and increases with a longer MIR exposure. The degradation of
the spatial resolution is due to heat diffusion towards the surrounding medium in the MIR ON state and, in the
case of high MIR modulation frequencies, insufficient cooling in the MIR OFF state. To mitigate these two effects
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Figure 3. MIR modulation frequency vs MC, frame rate and spatial resolution. (a) MC image of a 5-μm porous
silica microbead immersed in the index-matching oil used to characterize the system performance. The peak
contrast and the FWHM width are used to analyze the system performance. (b) Performance characterization
of the MC-PC microscope. Blue dots: peak contrast. Orange dots: FWHM width of MC images. Orange dashed
line: FWHM width of the standard PC image at the complete MIR-OFF state. Blue dashed line: MIR frequency
at which the peak-contrast saturates.

and achieve diffraction-limited spatial resolution of the visible light, pulsed MIR excitation and visible probe
illumination are needed as well as a sufficiently long time-interval between two pump-probe measurements for
the cooling which is ~1 ms in this case.

Molecular-vibrational spectroscopic imaging of HeLa cells. Now we show the ability of our MC-PC
microscope to perform molecular-vibrational spectroscopic imaging by obtaining the MC images of HeLa cells
at various MIR wavenumbers ranging from 1,492.5 to 1,615 cm−1. We note the refractive-index change arising
from the MIR absorption of water, compared to that of e.g., proteins, should be small due to its high heat capacity
and weak temperature dependence of the refractive index13; however, in this proof-of-concept demonstration, to
achieve efficient delivery of the MIR light to the cells, we replace the surrounding medium with deuterated water.
Figure 4a shows the MC spectrum measured at the spatial point in the cell indicated by the white arrow in Fig. 4b,
where the MC values are normalized by the corresponding MIR power (see Supplementary Information for the
linearity of MC with MIR power). The curve shows a good agreement with a characteristic spectrum of a HeLa
cell25 which has the broad absorption bands of the peptide bonds of various proteins (i.e., amide II and I bands)
ranging between ~1,500–1,580 and ~1,580–1,700 cm−1 and peaked at ~1,530 and ~1,650 cm−1, respectively.
Our MC-PC microscope offers the spatial resolution based on the visible light (~1 μm) which is an order of
magnitude higher than that of MIR absorption imaging (~10 μm) and allows us to visualize the intracellular distribution of molecular species. Shown in Fig. 4b, for example, is the MC image of 1,530 cm−1 MIR wavenumber
overlaid on top of the standard PC image, highlighting the intracellular protein distribution of the HeLa cells. In
terms of the sensitivity and acquisition-speed, each MC image is obtained at 10 fps (100 ms acquisition time) with
the highest SNR of 12.6. Since our microscope is based on a standard PC microscope, the fluence of the visible
probe light, which is known to induce photodamage to biological samples19,26, is orders of magnitude lower (~630
pJ/μm2) than those of other molecular imaging techniques such as fluorescence and Raman imaging. The frame
rate can be further increased using a higher-power MIR light source, as well as with a higher camera frame rate
and/or at the expense of the SNR (see Supplementary Information for more detail).
It is of importance that the dual-modal MC-PC imaging capability is a unique feature of our microscope
which allows us to determine the molecular distributions within the global morphology of the sample from a
single dataset. This is not readily achieved by conventional imaging modalities because optical-phase-sensitive
(i.e., morphological)4 and molecular-sensitive imaging17,18,27 cannot be performed without the loss of spatiotemporal consistency. In Fig. 4b, for example, the protein concentration (yellow) can be observed to be higher
at the center and around the nucleus of the cells, which could represent the existence of subcellular organelles
such as endoplasmic reticulum and Golgi apparatus, which are known to localize near the cell’s nucleus in other
Raman microscopy works28,29. Such cross-correlative analysis would be more interesting with the addition of
other distinct biological contrasts such as MCs resonant to lipids and deoxyribonucleic acids (DNAs), which is
readily achievable by implementing MIR light sources of other wavenumber ranges (e.g., ~1,740 cm−1 for >C=O
ester stretch representing lipids, ~1,080 or 1,240 cm−1 for O-P=O stretch representing DNAs, etc.)30. Overall,
this biological demonstration suggests the potential ability of our MC-PC microscope to perform high-speed,
high-resolution and low-power molecular-vibrational spectroscopic imaging.
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Figure 4. Molecular-vibrational spectroscopic imaging of HeLa cells measured with the MC-PC microscope.
(a) MC spectrum of the HeLa cell obtained at the spatial point indicated by the white arrow in (b), showing
the characteristic curve of a HeLa cell representing the amide I and II bands of peptide bonds of proteins. The
yellow and green shaded areas represent the amide II and I band, respectively. (b) MC image (yellow scale) of
the HeLa cells measured under the vibrational excitation by the MIR beam lasing at 1,530 cm−1 overlaid on
top of the standard PC image (gray scale), highlighting the intracellular protein distribution. The MC image is
obtained at 10 fps (i.e., 100 ms acquisition time).

Discussion

The novelty of our MC-PC microscopy in the context of photothermal microscopy is the wide-field MIR excitation of the photothermal phenomenon and its visible-light-based detection, which could potentially lead to
higher-speed image acquisition. In conventional MIR photothermal microscopy techniques13–15, the thermal lensing deflection of the visible probe beam due to MIR photothermal effect is probed in a point-by-point manner.
To avoid the accumulation of heat (which leads to degraded spatial resolution as discussed in “Characterization
of MC-PC microscopy” section), one needs to wait for the supplied heat to diffuse away from the current excitation point before probing the next neighboring spatial point. This means that the shortest image-acquisition
time possible is the product of the thermal decay time and the pixel number. The same issue regarding the heat
diffusion also needs to be considered in the case of our MC-PC microscopy; however, due to the wide-field excitation and detection, entire excited area experiences the synchronized thermal decay, meaning that the shortest
image-acquisition time possible is identical to the thermal decay time.
There are some limitations to the sample that can be observed with the MC-PC microscopy. For example,
sufficient penetration of the visible and MIR light through the sample (which, in the case of biological samples,
would mainly be water) needs to be guaranteed such that both beams reach the molecules of interest, which could
be realized with, e.g., living cells13 and drug tablets14. Even when the surrounding medium absorbs part of the
MIR light and shows the undesired photothermal signal, multi- or broadband spectroscopic data could be used
to decouple such effect and enhance the molecular specificity.
Several technical improvements could be considered to make our system more robust and convenient. It
is desirable to homogenize the spatial profile of the MIR beam at the sample plane so that the systematic distribution of the MC is physically removed, which could be realized using, e.g., diffractive-optical elements31.
Another possible improvement is to collinearly introduce the MIR excitation and the visible probe beams using,
e.g., a reflective condenser lens, for easier and possibly automated alignment of the MIR beam. Our MC unit
could be packed with a reflective condenser lens and a probe light source to serve as a compact add-on module to existing optical microscope platforms. The sensitivity of our MC-PC microscope could also be further
enhanced. Standard benchtop optical microscopes are typically shot-noise limited due to the active illumination resulting in a large number of detectable photons, suggesting that the camera’s full-well capacity and frame
rate become the ultimate limitations. Technological advancement in the camera industry would then lead to
an enhanced sensitivity with the MC-PC microscope. Other imaging modalities could also be used, such as
dark-field, differential-interference-contrast and other quantitative phase imaging techniques4, some of which
can also be operated on a standard benchtop optical microscope.

Methods

Principle of MC-PC microscopy. We used the following instruments to construct our MC-PC microscope: (1) PC microscope: LUCPLFLN 40XPH and IX73 (Olympus), (2) MIR QCL light sources: QD9500CM1
(Thorlabs) configured to 1,045 cm−1 for experiments with microbead samples and DO418, Hedgehog (Daylight
Solutions) for spectroscopic experiments with HeLa cells (spectral coverage: 1,450–1,640 cm−1, spectral resolution: ~1 cm−1, spectral tuning speed: >1,000 cm−1/s), (3) camera: MEMRECAM HX-7s (Nac) and (4) visible LED
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light source: SOLIS-623C (Thorlabs). The MIR beam is weakly focused onto the sample placed at the objective
focus using a CaF2 lens. We avoid tight focusing of the MIR beam in order to illuminate and excite the entire
region of the sample (~100 μm × 100 μm). The sample is sandwiched between two 500-μm-thick CaF2 substrates
in order to avoid absorption of MIR light by the substrate medium. The amplitude of the MIR light is modulated
either electrically (QD9500CM1) or using an optical chopper (DO418) at a desired rate.

Experimental conditions. We used the following materials for our experiments: (1) 4.8-μm polystyrene
microbeads: 17135-5, Polybead Microspheres (Polysciences, Inc.), (2) 5-μm porous silica microbeads: 43-00-503,
Sicastar (micromod Partikeltechnologies GmbH), and (3) index-matching oil: refractive index 1.50 at 587.56 nm
(SHIMAZU). The visible LED power is ~50 μW at the sample plane.
MC image synthesis procedure. The MC image is obtained from the time-sequence of MIR-modulated
PC images by calculating the difference of two averaged images; the ones calculated from the time-frames showing the lower-half (i.e., MIR-OFF image) and the higher-half (i.e., MIR-ON image) magnitudes of the photothermal PC modulation at the MIR absorbers. The spurious negative signal in the MC image (which does not directly
originate from the photothermal effect) is eliminated using the negative-contrast filter described in Fig. S2.
High-speed imaging on the silica-polystyrene microbeads mixture. The MIR modulation frequency is 3,000 Hz and the camera frame rate is 10,000 fps. To derive the SNR, the noise level is determined
by the standard deviation of the empty region (20 × 20 pixels, 12 μm × 12 μm) of the MC image before the
negative-contrast filtering, while the signal level is determined by the averaged MC at the center of the microbeads (5 × 5 pixels, 3 μm × 3 μm) where the strongest MC is observed. The MIR power is ~10 mW.
Characterization of MC-PC microscopy. For each MIR modulation frequency, the microbead’s MC
image is retrieved from a continuous series of 5,000 PC images captured at the frame rate of 100,000 fps (measurement time 0.05 s). This gives the same noise floor for the MC image of each MIR modulation frequency. To
retrieve the peak contrast and the FWHM width, each of the obtained MC images is interpolated by a factor of 4
in each spatial dimension, to create its smooth cross-sectional curve.
Spectroscopic imaging of HeLa cells. The HeLa cells were fixed with 4% paraformaldehyde at room temperature (5 min.) and immersed in deuterium oxide. The MIR modulation frequency is 250 Hz and the camera
frame rate is 10,000 fps. A continuous series of 1,000 images is used to calculate each MC image, corresponding
to 25 cycles of MIR modulation and the acquisition time of 100 ms. The SNR is calculated based on the MC image
at 1,530 cm−1. The noise level is determined by the standard deviation of the empty region (~25 × 25 pixels, 14
μm × 14 μm) in the MC image before the negative-contrast filtering, while the signal level is determined by the
averaged MC at the center of the HeLa cell (~5 × 5 pixels, 3 μm × 3 μm) where the strongest MC is observed. The
spectral resolution is determined by the wavelength-tunability of the light source, which is ~1 cm−1 in our case
although we use 10 cm−1 increment in this experiment. The MIR power is dependent on the wavenumber and
varies between ~16–40 mW.

Data Availability

The datasets generated and analyzed in the current study is available upon request to the authors.

References

1. Gruber, A. et al. Scanning Confocal Optical Microscopy and Magnetic Resonance on Single Defect Centers. Science 27, 2012–2014
(1997).
2. Hartschuh, A., Sánchez, E. J., Xie, X. S. & Novotny, L. High-resolution near-field Raman microscopy of single-walled carbon
nanotubes. Phys. Rev. Lett. 90, 095503 (2003).
3. Liang, J. & Wang, L. V. Single-shot ultrafast optical imaging. Optica 5, 1113–1127 (2018).
4. Park, Y., Christian., D. & Gabriel, P. Quantitative phase imaging in biomedicine. Nat. Photon. 12, 578–589 (2018).
5. H. Stefan, W. Far-Field Optical Nanoscopy. Science 316, 1153–1158 (2007).
6. Denk, W., Strickler, J. H. & Webb, W. W. Two-photon laser scanning fluorescence microscopy. Science 248, 73–76 (1990).
7. Davidson, M., Kaufman, K., Mazor, I. & Cohen, F. An application of interference microscopy to integrated circuit inspection and
metrology. Proc. SPIE 775, 233–247 (1987).
8. Gowen, A. A., O’donnell, C. P., Cullen, P. J. & Bell, S. E. J. Recent applications of chemical imaging to pharmaceutical process
monitoring and quality control. Euro. J. Pharm. Biopharm. 69, 10–22 (2008).
9. Gurcan, M. N. et al. Histopathological image analysis: A review. IEEE Rev. Biomed. Eng. 2, 147–171 (2009).
10. Kiesslich, R. et al. Confocal laser endoscopy for diagnosing intraepithelial neoplasias and colorectal cancer in vivo. Gastroenterology
127, 706–713 (2004).
11. Abramczyk, H. & Brozek-Pluska, B. Raman imaging in biochemical and biomedical applications. Diagnosis and treatment of breast
cancer. Chem. Rev. 113, 5766–5781 (2013).
12. Zernike, F. Phase contrast, a new method for the microscopic observation of transparent objects. Physica 9, 686–698 (1942).
13. Zhang, D. et al. Depth-resolved mid-infrared photothermal imaging of living cells and organisms with submicrometer spatial
resolution. Sci. Adv. 2, e1600521 (2016).
14. Li, Z., Aleshire, K., Kuno, M. & Hartland, G. V. Super-Resolution Far-Field Infrared Imaging by Photothermal Heterodyne Imaging.
J. Phys. Chem. B 121, 8838–8846 (2017).
15. Li, C., Zhang, D., Slipchenko, M. N. & Cheng, J. X. Mid-infrared photothermal imaging of active pharmaceutical ingredients at
submicrometer spatial resolution. Anal. Chem 89, 4863–4867 (2017).
16. Faist, J. et al. Quantum cascade laser. Science 264, 553–556 (1994).
17. Camp, C. H. Jr. & Cicerone, M. T. Chemically sensitive bioimaging with coherent Raman scattering. Nat. Photon. 9, 295–305 (2015).
18. Cheng, J. X. & Xie, X. S. Vibrational spectroscopic imaging of living systems: An emerging platform for biology and medicine.
Science 350, aaa8870 (2015).
19. Fu, Y., Wang, H., Shi, R. & Cheng, J. X. Characterization of photodamage in coherent anti-Stokes Raman scattering microscopy. Opt.
Exp. 14, 3942–3951 (2006).

Scientific Reports |

(2019) 9:9957 | https://doi.org/10.1038/s41598-019-46383-6

6

www.nature.com/scientificreports/

www.nature.com/scientificreports

20. Zharov, V. P., Mercer, K. E., Galitovskaya, E. N. & Smeltzer, M. S. Photothermal nanotherapeutics and nanodiagnostics for selective
killing of bacteria targeted with gold nanoparticles. Biophys. J. 90, 619–327 (2006).
21. Andika, M., Chen, G. C. K. & Vasudevan, S. Excitation temporal pulse shape and probe beam size effect on pulsed photothermal lens
of single particle. JOSA B 27, 796–805 (2010).
22. Blumm, J. & Lindemann, A. Characterization of the thermophysical properties of molten polymers and liquids using the flash
technique. High Temp. High Press 35, 627–632 (2003).
23. Wang, J. & Fiebig, M. Measurement of the thermal diffusivity of aqueous solutions of alcohols by a laser-induced thermal grating
technique. Int. J. Thermophys. 16, 1353–1361 (1995).
24. Salazar, A. On thermal diffusivity. Euro. J. Phys. 24, 351–358 (2003).
25. Boydston-White, S. et al. Microspectroscopy of single proliferating HeLa cells. Vib. Spectrosc. 38, 169–177 (2005).
26. Wright, A., Bubb, W. A., Hawkins, C. L. & Davies, M. J. Singlet Oxygen–mediated Protein Oxidation: Evidence for the Formation of
Reactive Side Chain Peroxides on Tyrosine Residues. Photochem. Photobiol. 76, 35–46 (2002).
27. Lichtman, J. W. & Conchello, J. A. Fluorescence microscopy. Nat. Methods 2, 910–919 (2005).
28. Levchenko, S. M., Kuzmin, A. N., Pliss, A., Qu, J. & Prasad, P. N. Macromolecular profiling of organelles in normal diploid and
cancer cells. Anal. Chem. 89, 10985–10990 (2017).
29. El-Mashtoly, S. F. et al. Automated Identification of Subcellular Organelles by Coherent Anti-Stokes Raman Scattering. Biophys. J.
106, 1910–1920 (2014).
30. Lasch, P., Boese, M., Pacifico, A. & Diem, M. FT-IR spectroscopic investigations of single cells on the subcellular level. Vib. Spectrosc.
28, 147–157 (2002).
31. Leger, J. R., Chen, D. & Wang, Z. Diffractive optical element for mode shaping of a Nd: YAG laser. Opt. Lett. 19, 108–110 (1994).

Acknowledgements

We thank Makoto Kuwata-Gonokami and Junji Yumoto for letting us use their equipment. This work was
financially supported by JST PRESTO (JPMJPR17G2), JSPS KAKENHI (17H04852, 17K19071), Research
Foundation for Opto-Science and Technology, and The Murata Science Foundation.

Author Contributions

T.I. conceived the work. K.T., M.T., R.H. and T.I. designed the system. K.T. and M.T. conducted the experiment
and analyzed the data. T.I. supervised the work. M.T. and T.I. wrote the manuscript and all authors contributed
to improvement of the manuscript.

Additional Information

Supplementary information accompanies this paper at https://doi.org/10.1038/s41598-019-46383-6.
Competing Interests: The authors declare no competing interests.
Publisher’s note: Springer Nature remains neutral with regard to jurisdictional claims in published maps and
institutional affiliations.
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 license, and indicate if changes were made. The images or other third party material in this
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the
material. If material is not included in the article’s Creative Commons license 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 license, visit http://creativecommons.org/licenses/by/4.0/.
© The Author(s) 2019

Scientific Reports |

(2019) 9:9957 | https://doi.org/10.1038/s41598-019-46383-6

7

