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ABSTRACT

Visualizing micro- and nano-scale biological entities requires high-resolution imaging and is conventionally achieved via optical microscopic
techniques. Optical diffraction limits their resolution to �200 nm. This limit can be overcome by using ions with �1MeV energy. Such ions
penetrate through several micrometers in tissues, and their much shorter de Broglie wavelengths indicate that these ion beams can be focused
to much shorter scales and hence can potentially facilitate higher resolution as compared to the optical techniques. Proton microscopy with
�1MeV protons has been shown to have reasonable inherent contrast between sub-cellular organelles. However, being a transmission-based
modality, it is unsuitable for in vivo studies and cannot facilitate three-dimensional imaging from a single raster scan. Here, we propose
proton-induced acoustic microscopy (PrAM), a technique based on pulsed proton irradiation and proton-induced acoustic signal collection.
This technique is capable of label-free, super-resolution, 3D imaging with a single raster scan. Converting radiation energy into ultrasound
enables PrAM with reflection mode detection, making it suitable for in vivo imaging and probing deeper than proton scanning transmission
ion microscopy (STIM). Using a proton STIM image of HeLa cells, a coupled Monte Carloþk-wave simulations-based feasibility study has
been performed to demonstrate the capabilities of PrAM. We demonstrate that sub-50 nm lateral (depending upon the beam size and energy)
and sub-micron axial resolution (based on acoustic detection bandwidth and proton beam pulse width) can be obtained using the proposed
modality. By enabling visualization of biological phenomena at cellular and subcellular levels, this high-resolution microscopic technique
enhances understanding of intricate cellular processes.

Published under an exclusive license by AIP Publishing. https://doi.org/10.1063/5.0188650

Microscopy has revolutionized our understanding of cellular biol-
ogy by granting us an unprecedented window into the intricate world
of cells. This powerful technique facilitates a magnified view of cellular
structures, enabling scientists to observe and analyze their morphol-
ogy, behavior, and interactions with exceptional clarity, offering
insights that have paved the way for medical advancements and a
deeper understanding of life itself.

Traditional optical microscopic modalities are known to have dif-
fraction-limited spatial resolution.1 The diffraction limit in microscopy
represents a fundamental constraint on the ability to resolve fine
details in an optical imaging system and is determined by the wave-
length of light being used and the numerical aperture of the optical

system. When attempting to image structures smaller than the diffrac-
tion limit, light waves tend to interfere and create blurred images.

Techniques that overcome this limitation are classified as super-
resolution microscopy. Among the optical super-resolution techni-
ques, structured illumination microscopy (SIM)2 is known to have
�100 nm lateral and �300nm axial resolution limit, because of the
diffraction-limited structural illumination.3 Other modalities, such as
stimulated emission depletion (STED), photo-activated localization
microscopy (PALM), and stochastic optical reconstruction microscopy
(STORM), have been reported to demonstrate sub-100 nm resolution.
However, each of these techniques requires rigorous evaluation of fluo-
rescent probes prior to their practical application, which presents a
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notable challenge.4 Several researchers have in the past performed
multi-physics simulations by combining light transport, heat propaga-
tion, and acoustic propagation models to assess the imaging abilities of
photoacoustic and optical imaging modalities.5–11 In comparison with
the UV-Vis and NIR photons, x-rays have shorter wavelengths (�nm)
and, hence, when employed for microscopy, can yield sub-100 nm spa-
tial resolution. However, lens-based x-ray microscopic systems are
constrained by resolution limits imposed by the lenses and efficiency
losses,12 while x-ray diffraction microscopes grapple with the signifi-
cant challenge of radiation-induced damage.13

Electron-based microscopic techniques, such as scanning electron
microscopy (SEM)14 and transmission electron microscopy (TEM),15

are established microscopic modalities, which are known to yield
�10–100nm spatial resolution for surface/topographic studies and
thin samples. High large-angle scattering of electrons limits their appli-
cation for thick biological samples.16 Moreover, for volumetric (3D)
microscopy, these techniques require fine sectioning of the sample
with each slice scanned/imaged and then concatenated for 3D render-
ing. Therefore, volumetric 3D microscopy using TEM/STEM comes at
a higher cost (microtomes/ultra-microtomes) and longer imaging
times.17

Protons (with kinetic energy �1–5MeV; hereafter referred to as
MeV protons) can preserve their paths as they traverse dense biological
specimens of �2–10lm thickness. Their trajectories predominantly
hinge on their interactions with both atomic electrons (electrons
bound to the atomic nuclei) and nuclei within the material. Notably,
MeV protons primarily engage with atomic electrons in the target, and
owing to the substantial disparity in momentum between MeV pro-
tons and atomic electrons, the primary ion scattering effect remains
minimal. Consequently, the paths of MeV protons experience only
minor deviations as they traverse the sample. Moreover, MeV protons
have de Broglie wavelengths of the order of �10 fm, and hence can in
principle be focused to much shorter scales (experimentally �20 nm
achieved18) and potentially facilitate higher resolution as compared to
the optical imaging techniques. Protons’ energy deposition in cells
depends upon the local electron density, which is known to vary signif-
icantly among various intracellular organelles depending upon their
chemical composition.19 At lower kinetic energies (�a few MeVs),
protons are known to have demonstrated reasonable electron density-
based contrast between cellular and intracellular entities.20

Scanning transmission ion microscopy (STIM)20,21 and micros-
copy based on ion-beam (proton or helium-ion) induced fluores-
cence18,20 utilize these advantages to achieve super-resolution
(sub-50nm) imaging capabilities. Being a proton transmission-based
modality, STIM requires protons to traverse through the sample and
reach the detector with minimal directional deviation [Fig. 1(a)]. This
limits the applicability of STIM for thick samples as well as in vivo
imaging. Moreover, obtaining three-dimensional STIM imaging
involves rotating the biological cell to gather a series of energy loss pro-
jection data, followed by a subsequent process of 3D image reconstruc-
tion, thus making the volumetric STIM tedious.22 In this paper,
through coupled proton transport and acoustic wave propagation-
based computational studies, we demonstrate the feasibility of proton-
induced acoustic microscopy [or protoacoustic microscopy (PrAM)]
that is capable of super-resolution three-dimensional imaging of cells,
possibly live cells as well. PrAM is based on pulsed proton beam irradi-
ation and subsequent detection of time-domain proton-induced

acoustic (hereafter referred to as protoacoustic) signals. Being a proton
absorption and acoustic detection-based modality, PrAM can facilitate
both transmission and reflection mode detection and deeper imaging
as compared to STIM, as shown in Fig. 1(b). Moreover, protoacoustic
waves are generated at the site of proton energy deposition. The time-
of-flight of these waves is used to determine the depth of the cellular
structures. This depth-resolved information enables the reconstruction
of 3D images from a single raster scan.

The energy deposited by a proton beam along the path can be
expressed as23

E ~rð Þ ¼ U ~rð ÞS ~rð Þ; (1)

a product of the local proton fluence (U) and the stopping power (S),
which is defined as the decrease in the kinetic energy of the protons
while traveling a unit distance (commonly termed as � dE

dx). Here, we
consider the beam traveling along the z direction, representing the pro-
ton kinetic energy by T. Therefore, in this paper, we express S as � dT

dz .
For protons with speed v (¼ bc) and kinetic energy T, traveling a dis-
tance z into a medium with mean excitation energy I, the stopping
power can be expressed as per Bethe’s formula,24

S ~rð Þ ¼ � dT
dz

¼ 4pn ~rð Þ
mec2b

2

e2

4p�0

� �2

ln
2mec2b

2

I 1� b2
� �� b2

 !
(2)

withme being the mass of an electron, c being the speed of light in vac-
uum, �0 being the electric permittivity in vacuum, and n ~rð Þ being the
local electron density in the region. As the protons enter the material,
they typically undergo multiple small-angle Coulomb scattering inter-
actions and lose very little kinetic energy initially. This is because at the
beginning of their path, they have relatively high b and interact only
weakly with electrons and nuclei in the material. As they penetrate
deeper, the protons slow down and the stopping power increases. The
axial fluence at a distance z from the center of a circular beam (radius:
r0) will have contribution from the in-scattering of the pencil beams,
and with the protons penetrating deeper, it decreases as

U x ! 0; y ! 0; zð Þ � U ~0ð Þ 1� e�r20=r zð Þ2
� �

; (3)

where r zð Þ is the radial standard deviation characterizing the broaden-
ing of an infinitesimally thin pencil beam at depth z in the medium.25

The radial broadening of the beam inherently depends on the compo-
sition of the medium and the kinetic energy of the incident protons.
From Eqs. (1)–(3), we conclude that the energy deposited by protons
in the target implicitly relates to its chemical composition. As per Eq.
(1), the axial energy deposition is a product of the stopping power [Eq.
(2)] and the axial fluence [Eq. (3)].

For therapeutic proton beams, the stopping power term domi-
nates the axial fluence term, thus giving rise to the Bragg peak region,
where the energy deposition by a therapeutic proton beam is known to
be predominantly concentrated. This makes protons a lucrative option
for radiation therapy for treating tumors.26,27 For thin proton beams
½r0 � rðz ¼ RÞ; R being the proton range], the fluence term domi-
nates the stopping power term and the energy deposition along the
central axis decreases with depth due to out-scattering of protons, thus
vanishing the Bragg peak. For a broader beam, however, the axial
energy deposition is restored due to in-scattering from the neighboring
parts of the beam, thus restoring the Bragg peak as well.25 PrAM
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signals are generated from well before the predicted proton range
(where BP would be expected for a broad beam). For example, the
expected range for 2MeV protons is �75 lm.27 However, the PrAM
signals originate from the first �5 lm, after which the proton energy
deposited becomes very small.

When pulsed proton radiation is absorbed by tissues, it triggers
the generation of protoacoustic waves resulting from the thermoelastic
expansion of the irradiated tissue. These protoacoustic waves have
been detected by numerous research groups worldwide28–32 and are
now being employed for on-line range verification and dose

FIG. 1. Schematic for the underlying principle behind (a) STIM and (b) PrAM. Sketch of the setups for (c) transmission and (d) reflection-mode PrAM, and (e) the process of
forming the image from the protoacoustic signals collected via raster scan.
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monitoring during the treatment. The propagation of protoacoustic
waves in an acoustically homogeneous medium follows the acoustic
wave propagation equation,33

@2p ~r ; tð Þ
@t2

� v2r2p ~r ; tð Þ ¼ CE ~rð Þ @E tð Þ
@t

; (4)

where C is the Gruneisen parameter, v is the speed of sound in the
medium, E ~rð Þ is the spatial proton energy deposition distribution, and
E(t) represents the temporal evolution of the PED. For pulsed proton
beams with the pulse width satisfying thermal and stress confine-
ment,33 E(t) can be reasonably approximated to a Dirac delta function.
For such a case, p ~r ; tð Þ can be understood as the spatiotemporal evolu-
tion of a pressure source created by instantaneous proton energy depo-
sition E ~rð Þ in the medium. The pressure signals collected at the surface
of the probed sample have the depth information encoded in the time-
domain samples.

Through several in silico studies (employing Monte Carlo method
for modeling proton energy deposition34 and k-wave pseudospectral
method for modeling acoustic propagation35), we demonstrate that
PrAM has the capability to facilitate 3D microscopy with sub-50 nm
lateral and sub-micron axial resolution from a single raster-scanning
of the sample. The transmission and reflection mode PrAM setups are
sketched in Figs. 1(c) and 1(d), respectively. The process of forming
the image from the collected protoacoustic signals is demonstrated in
Fig. 1(e).

For beam scanning-based microscopic applications (STIM and
PrAM), thin proton beams are employed. The main factor governing
the lateral resolution in STIM and PrAM is the proton beam size,
which is affected by beam straggling as the protons penetrate deeper in
the sample. In the literature, MeV proton beams are known to be
focused to a beam width of �20 nm using quadruple lenses.18,20 While
the paths of MeV protons remain largely unchanged as they traverse
several micrometers in the specimen, slower ions cannot penetrate
through a few micrometers thick biological samples. Toward the end
of their range, slower ions encounter nuclear scattering, which causes
the beam to disperse, consequently diminishing the depth of imaging.

The penetration depth and resolution capability of the MeV pro-
ton beams were analyzed via Monte Carlo simulations, which were
executed using TOPAS.34 Simulations were performed to model the
proton energy deposition (PED) in water for 1, 2, and 5MeV protons.

The proton incident direction for each of the simulations was aligned
with the positive z-axis, and the beam diameter was chosen to be
10nm. PED was recorded on X¼ 0.2 lm � Y¼ 0.2 lm � Z¼ 4 lm,
6 lm, and 8 lm grids for 1, 2, and 5MeV protons, respectively, with
2 nm grid resolution.

Figures 2(a)–2(c) demonstrate the PED maps in the xz-plane for
the three energies. The depths at which the PED is less than 10% of the
maximum PED is discarded in the analysis, assuming that the protoa-
coustic signals originating after this distance will have lower SNR. The
beam profiles at different depths were fitted to a Gaussian, and the var-
iation of FWHMs with depth is plotted in Figs. 2(d)–2(f) to demon-
strate the lateral broadening of the beam. When protons pass through
matter, they interact with the atoms and electrons in the material,
which causes them to undergo multiple small-angle deflections. As
expected, the beam broadens as it penetrates deeper into the tissue.
Moreover, the higher energy protons deflect less, and hence, at the
same depth, the higher energy beam broadens less in comparison with
the lower energy beams. As indicated in Figs. 2(d)–2(f), sub-50 nm res-
olution can in principle be achieved until up to�2 lm for 1MeV pro-
tons. For 2MeV protons, <40 nm resolution is expected until �4 lm
imaging depth, after which the PED becomes lower than the 10% of
the maximum PED. Similarly, for 5MeV protons, <20 nm resolution
is expected until �6 lm imaging depth, after which the PED becomes
lower than the 10% of the maximum PED.

These results demonstrate that the kinetic energy of protons can
be used as a tuning parameter for improving the imaging depth with-
out compromising the spatial resolution. Along with the imaging
depth and resolution, image contrast is another fundamental aspect of
microscopy and plays a crucial role in enhancing the visibility and dif-
ferentiation of objects or structures under observation. It refers to the
difference in intensity, color, or other properties between an object of
interest and its background or surrounding environment. Protons with
kinetic energy of �2MeV are known to distinguish among various
subcellular organelles with reasonable contrast.20

However, with increasing proton energy, this contrast is expected
to worsen, and therefore, increasing the proton energy may not always
be the best choice. As discussed previously, the axial energy deposition
is restored by the in-scattering of protons from around the axis.
Therefore, the imaging depth can also be tuned without losing the con-
trast by simply increasing the beam width. This, however, would affect

FIG. 2. The PED map in the xz plane and the variation of beam width (FWHM) with depth respectively for [(a) and (d)] 1 MeV, [(b) and (e)] 2 MeV, and [(c) and (f)] 5 MeV proton
energies.
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the lateral spatial resolution of the image. To validate this, we per-
formed TOPAS simulations for 1MeV proton beams with 10, 20, and
50nm diameter, and the variation of axial PED with distance for these
beam sizes is depicted in Fig. 3(a). As expected, with increased beam
size, the axial fluence is restored and the penetration depth increases.
However, this comes at the cost of the lateral resolution as shown in
Figs. 3(b)–3(g).

Next, we performed a coupled proton-induced acoustic simula-
tion to demonstrate the feasibility of PrAM. For this study, we chose a
1.5MeV proton beam scanning transmission ion microscopy (STIM)
image (size: 40 � 40 lm2) [Fig. 4(a)] of a HeLa cell pre-dried on a
100-nm thick Si3N4 window.36 For ease of computation, we only
chose a small region around a cell nucleolus as shown in Fig. 4(b). We
also added perturbation at a point in the image as indicated in
Fig. 4(b), to analyze the resolution capabilities of PrAM. Figure 4(c)
shows the slice stacked for protoacoustic simulation for 2MeV protons
at 1, 2, 3, 4, and 5 lm.

As shown in Fig. 5(a), a 100� 100nm2 cross section was selected
as the region of interest and the 3D acoustic propagation was simu-
lated with the limit in the z-direction of the domain set to 5 lm. A
point transducer was located at the x¼ y¼ z¼ 0. The grid resolution
(h) was set to be 2nm. Such a discretization leads to the maximum

FIG. 3. [1 MeV Proton beam] (a) Variation in the PED characteristics with varying beam size, the FWHM of the PED at different depths, and the PED map in the xz-plane,
respectively, for beam diameters [(b) and (c)] 10 nm, [(d) and (e)] 20 nm, and [(f) and (g)] 50 nm.

FIG. 4. (a) 1.5 MeV proton STIM image of HeLa cell, (b) the region chosen for simu-
lation in this work, and (c) the slice stacked for protoacoustic simulation for 2 MeV
protons at 1, 2, 3, 4, and 5 lm.
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supported frequency of fmax¼ v/2h¼ 375GHz. The sampling fre-
quency has, therefore, been chosen to be fs¼ 1THz, satisfying the
Nyquist–Shannon sampling criterion (fs > 2fmax).

37 The simulated sig-
nals were then contaminated with white Gaussian noise to have 5 dB
SNR in the measurements.

This acoustic propagation box was then scanned across the whole
region of interest as indicated in Fig. 5(a), in 10nm steps mimicking
the raster scanning of the source and transducer together. The
recorded A-scans were then Gaussian filtered and then subsequently
Hilbert transformed. Each Hilbert transformed A-scan represents a

FIG. 5. (a) A sketch demonstrating the raster scanning used for PrAM simulations, (b) the 3D rendering of the PrAM image in the ROI, and (c) first row: 2D PED map at differ-
ent depths for 2 MeV protons and second row: corresponding PrAM slices and resolutions.

Applied Physics Letters ARTICLE pubs.aip.org/aip/apl

Appl. Phys. Lett. 124, 053702 (2024); doi: 10.1063/5.0188650 124, 053702-6

Published under an exclusive license by AIP Publishing

 13 February 2024 22:05:43

pubs.aip.org/aip/apl


single column of data, and when stacked side by side as per the raster-
scan, the 3D microscopic image of the complete ROI was formed, as
shown in Fig. 5(b) for the 2MeV protons simulation. To evaluate the
lateral spatial resolution of PrAM at different depths, the lateral profile
across the perturbed point was fitted to a Gaussian and sub-50nm lat-
eral resolution (FWHM) was obtained until 2 and 5 lm for 1MeV
[Fig. 5(c)] and 2MeV [Fig. 5(d)] protons.

Ionic-resolution PrAM employs the lateral scanning of the thin
proton beam. Therefore, the lateral resolution of PrAM at any depth is
expected to be equal to the beam broadening. The axial resolution
(AR), on the other hand, is dependent upon the transducer bandwidth
(AR � 0:88 vs=Df ; Df being the transducer’s bandwidth38,39).
Commonly used ultra-high frequency piezoelectric transducers are
known to have up to hundreds of MHz (up to 1GHz) bandwidth40,41

for sensing the acoustic signals, and one can expect �1–10 lm axial
resolution. However, <200 nm axial resolution can be achieved
leveraging pump–probe techniques, which can facilitate >1GHz fre-
quency bandwidth and are widely employed in picosecond ultrason-
ics.8,42 To achieve such axial resolutions, the excitation proton pulse
duration (s) must satisfy the stress confinement, i.e., s < AR=vs.
Therefore, to achieve <200nm axial resolution, the pulse duration
should be less than�0.15 ns. Laser-driven proton beams are known to
have the pulse durations of a few picoseconds and hence easily satisfy
this criterion.43–45

The simulation studies we conducted suggest a high likelihood of
experimental realization. For pulsed clinical proton machines (�100–
250MeV protons and �ls pulse duration), generation and sensing of
protoacoustic waves has been reported by several groups across the
globe.28,30,46 Protoacoustic signals generated from �20MeV protons
with 200 ns pulse duration have also been reported.47 Laser-driven
proton beams are known to have the pulse durations of a few picosec-
onds43–45 and are expected to be more suitable for PrAM as they easily
satisfy the stress and thermal confinement conditions. MeV protons
are known to demonstrate distinguishable contrast between sub-
cellular organelles, and researchers have been able to focus such proton
beams to�20nm using quadruple lenses. Therefore, proton STIM has
been reported to achieve super-resolution imaging of cells.20 So far in
the proton STIM literature,18,20,21 researchers have reported visualizing
cell nucleus, nucleoli, and filopodia, which we expect to see in PrAM
as well. Since the contrast mechanism depends on energy deposition of
the incident ions, an immediate problem is that visualizing some
organelles within the cytoplasm with similar electron density as cyto-
plasm would be difficult as they may be indistinguishable from the sur-
rounding. More information in this context can only be provided after
preliminary PrAM experiments. Protons fluence decreases as they pen-
etrate deeper in the tissue, and hence, the visibility of the deeper struc-
tures is expected to worsen in PrAM images. Therefore, development
of proton fluence correction techniques will prove to be useful to
improve the visualization of the deeper entities via PrAM.

Temperature rise and possible thermal damages for photoacous-
tic imaging have been assessed in several papers.48–50 These studies
have consistently found that the heat deposition necessary for photoa-
coustic imaging is generally safe and does not result in cell deaths.
Indeed, photoacoustic imaging has demonstrated that a few mK tem-
perature rise in the sample can produce reasonably strong acoustic sig-
nal.33 The proton fluence in the PrAM beam will be chosen
accordingly to satisfy this criterion. Moreover, due to the short pulse

widths of the proton beams to be used in PrAM, high instantaneous
dose rates are expected, which would induce FLASH effect resulting in
a significant reduction in radiation toxicity to normal cells.

In this paper, we demonstrated the feasibility of a microscopic
imaging technique—protoacoustic microscopy—via in silico studies.
The results indicate the capability of the proposed modality for three-
dimensional imaging of cells with sub-50 nm lateral and �1 lm axial
resolution using traditional ultra-high-frequency piezoelectric trans-
ducer as the detector. Employing pump-probe based detection can fur-
ther improve the axial resolution and can facilitate super-resolution
imaging axially as well. The PrAM image represents the proton energy
deposition in the target, which is dependent on the chemical composi-
tion of the intracellular organelles. Efforts are being made toward the
experimental realization of PrAM in collaboration with laboratories
with laser-driven proton beamlines.
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