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ABSTRACT

A method for obtaining a 3-D OR-PAM image of microvas-
culature within a region of interest of a subject is provided.
The method includes: focusing a first light pulse at a first
depth beneath a first surface position within the region of
interest; receiving a first PA signal in response to the first light
pulse; focusing a second light pulse at a second depth beneath
the first surface position within the region of interest; receiv-
ing a second PA signal in response to the second light pulse;
and forming the 3-D OR-PAM image by combining the first
PA signal and the second PA signal.
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METHOD OF PHOTOACOUSTIC
MICROSCOPY WITH LATERAL
RESOLUTION OF MICROVASCULATURE

CROSS REFERENCE TO RELATED
APPLICATIONS

[0001] This application is a divisional of U.S. patent appli-
cation Ser. No. 13/874,653 filed Jun. 1, 2013, which is a
divisional of U.S. patent application Ser. No. 12/739,589 filed
Jun. 28, 2010, which is a U.S. National Phase Patent Appli-
cation of International Application Serial No. PCT/US2008/
081167 filed Oct. 24, 2008, which claims priority from U.S.
Provisional Patent Application No. 60/982,624 filed Oct. 25,
2007, all of which are incorporated herein by reference in
their entireties.

STATEMENT REGARDING FEDERALLY
SPONSORED RESEARCH & DEVELOPMENT

[0002] This invention was made with government support
under grants RO1 EB000712 and RO1 NS46214, both
awarded by the U.S. National Institutes of Health. The gov-
ernment has certain rights in the invention.

BACKGROUND

[0003] The field of the invention relates generally to non-
invasive imaging and, more particularly, to imaging an area
with an object using confocal photoacoustic imaging.
[0004] The capability of noninvasively imaging capillaries,
the smallest blood vessels, in vivo has long been desired by
biologists at least because it provides a window to study
fundamental physiological phenomena, such as neurovascu-
lar coupling, on a microscopic level. Existing imaging
modalities, however, are unable to simultaneously provide
sensitivity, contrast, and spatial resolution sufficient to non-
invasively image capillaries.

BRIEF DESCRIPTION

[0005] In one aspect, a method for obtaining a 3-D OR-
PAM image of microvasculature within a region of interest of
a subject is provided. The method includes: focusing a first
light pulse at a first depth beneath a first surface position
within the region of interest; receiving a first PA signal in
response to the first light pulse; focusing a second light pulse
at a second depth beneath the first surface position within the
region of interest; receiving a second PA signal in response to
the second light pulse; and forming the 3-D OR-PAM image
by combining the first PA signal and the second PA signal.

[0006] In another aspect, a method for monitoring a treat-
ment of a port wine stain of a subject is provided. The meth-
ods includes: obtaining a baseline 3-D OR-PAM image of the
port wine stain prior to the treatment; obtaining at least one
additional 3-D OR-PAM image of the port wine stain after at
least a portion of the treatment; and comparing the baseline
and the at least one additional 3-D OR-PAM images to detect
changes within the port wine stain after at least a portion of
the treatment. Each of the baseline and at least one additional
3-D OR-PAM images are obtained by: focusing at least one
first light pulse at a first depth beneath at least one surface
position within the port wine stain; receiving at least one first
PA signal in response to the at least one first light pulse;
focusing at least one second light pulse at a second depth
beneath the at least one surface position within the port wine
stain; receiving at least one second PA signal in response to
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the at least one second light pulse; and forming the first 3-D
OR-PAM image by combining the at least one first PA signal
and the at least one second PA signal.

BRIEF DESCRIPTION OF THE DRAWINGS

[0007] Aspects of the invention may be better understood
by referring to the following description in conjunction with
the accompanying drawings.

[0008] FIG. 1 is a diagram of a photoacoustic sensor that
may be used with an imaging system.

[0009] FIG. 2 is a block diagram of a system that uses
confocal photoacoustic microscopy.

[0010] FIG. 3 is a diagram of a photoacoustic sensor that
may be used with the imaging system shown in FIG. 2.
[0011] FIG. 4 is a diagram of an alternative photoacoustic
sensor that may be used with the imaging system shown in
FIG. 2.

[0012] FIG. 5 is a diagram of a second alternative photoa-
coustic sensor that may be used with the imaging system
shown in FIG. 2.

[0013] FIG. 6 is a schematic diagram of a third alternative
photoacoustic sensor that may be used with the imaging sys-
tem shown in FIG. 2.

[0014] FIG. 7 is a schematic diagram of a fourth alternative
photoacoustic sensor that may be used with the imaging sys-
tem shown in FIG. 2.

[0015] FIG. 8 is a diagram of a fifth alternative photoacous-
tic sensor that may be used with the imaging system shown in
FIG. 2.

[0016] FIG. 9 is a schematic diagram of a sixth alternative
photoacoustic sensor that may be used with the imaging sys-
tem shown in FIG. 2.

[0017] FIG. 10 is a schematic diagram of a seventh alter-
native photoacoustic sensor that may be used with the imag-
ing system shown in FIG. 2.

[0018] FIG. 11 is a schematic diagram of an eighth photoa-
coustic sensor that may be used with the imaging system
shown in FIG. 2.

[0019] FIGS. 12A-12C are images representing a lateral
resolution measurement by the imaging system using a reso-
lution test target immersed in clear liquid.

[0020] FIGS. 13A and 13B are images representing a mea-
surement of the imaging depth by the imaging system.
[0021] FIGS. 14A and 14B are photoacoustic images of a
microvasculature by the imaging system.

[0022] FIG. 14Cis a photograph of the microvasculature of
FIGS. 14A and 14B, taken from a transmission microscope.
[0023] FIGS. 15A and 15B are maximum amplitude pro-
jection (MAP) images acquired before and after a high-inten-
sity laser treatment.

[0024] FIG. 16A is an in vivo image of a capillary bed
captured using the imaging system.

[0025] FIG. 16B is an in vivo image of multiple levels of
blood vessel bifurcations captured using the imaging system.

DETAILED DESCRIPTION

[0026] While the making and using of various embodi-
ments of the invention are discussed in detail below, it should
be appreciated that the presently described embodiments pro-
vide many applicable inventive concepts that may be embod-
ied in a wide variety of contexts. The embodiments discussed
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herein are merely illustrative of exemplary ways to make and
use embodiments of the invention and do not delimit the
scope of the invention.

[0027] To facilitate the understanding of the presently
described embodiments, anumber of terms are defined below.
Terms defined herein have meanings as commonly under-
stood by a person of ordinary skill in the areas relevant to
aspects of the invention. Terms such as “a,” “an,” “the,” and
“said” are not intended to refer to only a singular entity, but
include the general class of which a specific example may be
used for illustration and are intended to mean that there are
one or more of the elements. The terms “comprising,”
“including,” and “having” are intended to be inclusive and
mean that there may be additional elements other than the
listed elements.

[0028] The order of execution or performance of the opera-
tions in embodiments of the invention illustrated and
described herein is not essential, unless otherwise specified.
That is, the operations may be performed in any order, unless
otherwise specified, and embodiments of the invention may
include additional or fewer operations than those disclosed
herein. For example, it is contemplated that executing or
performing a particular operation before, contemporaneously
with, or after another operation is within the scope of aspects
of the invention.

[0029] The terminology herein is used to describe embodi-
ments of the invention, but their usage does not delimit the
invention.

[0030] In embodiments of the invention, the terms used
herein follow the definitions recommended by the Optical
Society of America (OCIS codes).

[0031] Inembodiments of the invention, the term “photoa-
coustic microscopy” includes, but is not limited to, a photoa-
coustic imaging technology that detects pressure waves gen-
erated by light absorption in the volume of a material, such as,
but not limited to biological tissue, and propagated to the
surface of the material. Photoacoustic microscopy includes,
but is not limited to, a method for obtaining images of the
optical contrast of a material by detecting acoustic and/or
pressure waves traveling from an object under investigation.
Moreover, the term “photoacoustic microscopy” includes,
but is not limited to, detection of the pressure waves that are
still within the object.

[0032] Inembodiments of the invention, the term “photoa-
coustic tomography” includes, but is not limited to, a photoa-
coustic imaging technology that detects acoustic and/or pres-
sure waves generated by light absorption in the volume of a
material, such as, but not limited to biological tissue, and
propagated to the surface of the material.

[0033] In embodiments of the invention, the term “piezo-
electric detectors” includes, but is not limited to, detectors of
acoustic waves utilizing the principle of electric charge gen-
eration upon a change of volume within crystals subjected to
a pressure wave.

[0034] Inembodiments of the invention, the terms “reflec-
tion mode” and “transmission mode” includes, but is not
limited to, a laser photoacoustic microscopy system that
employs the detection of acoustic and/or pressure waves
transmitted from a volume from which the waves are gener-
ated to an optically irradiated surface and a surface that is
opposite to, or substantially different from, the irradiated
surface, respectively.

[0035] In embodiments of the invention, the term “time-
resolved detection” includes, but is not limited to, the record-
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ing of the time history of a pressure wave with a temporal
resolution sufficient to reconstruct the pressure wave profile.
[0036] In embodiments of the invention, the term “trans-
ducer array” includes, but is not limited to, an array of ultra-
sonic transducers.

[0037] Inembodiments of the invention, the terms “focused
ultrasonic detector,” “focused ultrasonic transducer,” and
“focused piezoelectric transducer” include, but are not lim-
ited to, a curved ultrasonic transducer with a hemispherical
surface or a planar ultrasonic transducer with an acoustic lens
attached or an electronically focused ultrasonic array trans-
ducer.

[0038] Inembodiments of the invention, the term “diffrac-
tion-limited focus” includes, but is not limited to, a best
possible focusing of light within limitations imposed by dif-
fraction.

[0039] In embodiments of the invention, the term “confo-
cal” includes, but is not limited to, a situation when the focus
of the illumination system coincides with the focus of the
detection system.

[0040] The embodiments described herein relate to nonin-
vasively imaging capillaries. Some ofthe embodiments relate
to microscopic photoacoustic imaging using focused optical
illumination and focused ultrasonic detection. For example,
an embodiment performs optical-resolution photoacoustic
microscopy (OR-PAM), which facilitates providing a lateral
resolution of 5 micrometers (um) and a maximum imaging
depth of greater than 0.7 millimeters (mm) based on endog-
enous optical absorption contrast. In vivo images of healthy
capillary networks and laser coagulated microvessels in
mouse ears, for example, are demonstrated as examples of
applications of OR-PAM in biomedical research.

[0041] In an embodiment, the lateral resolution is domi-
nantly determined by the optical focus. A tightly focused
optical illumination produces a local temperature rise due to
light absorption. The temperature rise leads to thermal expan-
sion, which results in photoacoustic emission. The photoa-
coustic emission may be detected by a high-frequency large
numerical-aperture spherically focused ultrasonic transducer
that is coaxial and confocal with the light focusing system.
The photoacoustic emission may also be measured by an
ultrasonic transducer array, a phase sensitive optical coher-
ence tomography apparatus, a laser optical interferometer,
and/or a capacitive surface displacement sensor. By focusing
light to a focal spot of several micrometers in diameter,
embodiments of the invention significantly improve the
image resolution of photoacoustic microscopy of biological
tissue or other optically scattering media. It combines the
high spatial resolution of optical confocal microscopy and the
high optical absorption contrast of photoacoustic tomogra-
phy.

[0042] The embodiments described herein provide for
reflection-mode microscopic photoacoustic imaging using
focused optical illumination. Embodiments of the invention
use a nearly diffraction-limited focused optical illumination
to achieve high spatial resolution. Embodiments of the inven-
tion use a confocal arrangement between the optical focus
and the ultrasonic focus of a high-frequency large numerical-
aperture (NA) spherically focused ultrasonic transducer to
achieve high sensitivity. The ultrasonic transducer may be
replaced with another detector capable of measuring local
thermal expansion. By tightly focusing light, the lateral reso-
Iution limitations of existing photoacoustic microscopy based
on the resolution of the ultrasonic focusing system may be
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overcome. In addition, because a photoacoustic signal is pro-
portional to the optical fluence at the target, the currently
described embodiments require only a low laser pulse energy
and, hence, may be made relatively compact, fast, and inex-
pensive. In the exemplary embodiment, a laser pulse energy
of approximately 100 nanojoules (nJ) may be used.

[0043] Moreover, exemplary embodiments utilize optical
focusing and time-resolved detection of laser-induced pres-
sure waves to obtain three-dimensional images of the distri-
bution of optical-absorption contrast within a sampling vol-
ume. The exemplary embodiments provide non-invasive
imaging of scattering media, such as, but not limited to,
biological tissue in vivo. The exemplary embodiments pro-
vide non-invasive imaging up to approximately one optical
transport mean free path deep. For most biological tissue, an
optical transport mean free path is approximately 1.0 milli-
meter (mm) In the exemplary embodiment, resolution on the
order of 1.0 micrometer (um) is attainable. Further, the exem-
plary embodiment images optical-absorption contrast in bio-
logical tissue up to approximately 0.7 mm deep with a lateral
resolution of approximately 5.0 um. In embodiments of the
invention, a large numerical-aperture (NA) spherically
focused ultrasonic transducer is used in a confocal coaxial
arrangement with the light focusing optics to facilitate pro-
viding high axial resolution of between 10.0 and 15.0 um.

[0044] An imaging procedure, which uses a confocal pho-
toacoustic imaging system, is one of the possible embodi-
ments and is aimed at medical and biological applications.
The presently described embodiments are complementary to
the structural information that may be obtained from pure
optical and ultrasonic imaging technologies and may be used
for diagnostic, monitoring or research purposes. Applications
of the technology include, but are not limited to, the imaging
of arteries, veins, capillaries (the smallest blood vessels),
pigmented tumors such as melanomas, and sebaceous glands
in vivo in humans or animals. The presently described
embodiments may use the spectral properties of intrinsic
optical contrast to monitor blood oxygenation (oxygen satu-
ration of hemoglobin), blood volume (total hemoglobin con-
centration), and even the metabolic rate of oxygen consump-
tion; it may also use the spectral properties of a variety of dyes
or other contrast agents to obtain additional functional or
molecular-specific information. In other words, the presently
described embodiments are capable of functional and
molecular imaging. Further, the presently described embodi-
ments may be used to monitor possible tissue changes during
x-ray radiation therapy, chemotherapy, or other treatment. In
addition, presently described embodiments may also be used
to monitor topical application of cosmetics, skin creams,
sun-blocks or other skin treatment products. The presently
described embodiments, when miniaturized, may also be
used endoscopically, e.g., for the imaging of atherosclerotic
lesions in blood vessels.

[0045] Further, the presently described embodiments pro-
vide a method of characterizing a target within a tissue by
focusing one or more laser pulses on the region of interest in
the tissue so as to penetrate the tissue and illuminate the
region of interest, receiving the pressure waves induced in the
object by optical absorption using one or more ultrasonic
transducers that are focused on the same region of interest,
and recording the received acoustic waves so that the struc-
ture or composition of the object may be imaged. The one or
more laser pulses are focused by a microscope objective lens
or a similar tightly focusing optical system, which typically
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includes an optical assembly of lenses and/or mirrors, which
converges the one or more laser pulses towards the focal point
of'the ultrasonic transducer. The focusing device may also use
one or more optical spatial filters, which may be a diaphragm
or a single-mode fiber, to reduce the focal spot of the optical
system to the smallest possible size so that the highest pos-
sible spatial resolution may be achieved. The focused one or
more laser pulses selectively heat the region of interest, caus-
ing the object to expand and produce a pressure wave whose
temporal profile reflects the optical absorption and thermo-
mechanical properties of the target. Alternatively, an annular
array of ultrasonic transducers may be used along the tissue to
enhance a depth of field of an imaging system by using
synthetic aperture image reconstruction. The signal recording
includes digitizing the received acoustic waves and transfer-
ring the digitized acoustic waves to a computer for analysis.
The image of the object is formed from the recorded acoustic
waves.

[0046] In addition, the presently described embodiments
may also include an electronic system in communication with
the focusing device, the one or more ultrasonic transducers, or
a combination thereof. In one embodiment, the electronic
system includes an XYZ or circular scanner or scanners, an
amplifier, a digitizer, a laser wavelength tuning electronics, a
computer, a processor, a display, a storage device, or combi-
nation thereof. One or more component of the electronic
system may be in communication remotely with the other
components of the electronic system, the apparatus, or both.

[0047] FIG. 1 shows a schematic of an exemplary focusing
assembly 100 which uses the confocal photoacoustic micros-
copy method. The light out of the dye laser is focused by a
condenser lens 1 on a diaphragm (pinhole) 2 for spatial fil-
tering. Sampling beam splitter 10 is used to monitor the laser
output power through photo-detector 11 and to optically
image the object surface through eyepiece or aligning optics
12 for alignment. The light coming out of the spatial filter is
focused by microscope objective lens 3 onto object 13
through beam separating element 6, 7, 9, and acoustic lens 8.
Correction lens 5 placed on top of the beam separation ele-
ment compensates for the aberrations introduced by the
prisms and the acoustic lens. The distance between the pin-
hole and the objective lens is approximately 400 millimeters
(mm), which gives an optical focusing spot size of approxi-
mately 3.7 micrometers (um) in diameter and a focal zone of
approximately 200 um in water. The laser pulse energy mea-
sured after the objective lens is approximately 100 nanojoules
(n]). The beam separation element consists of an isosceles
triangular prism 6 with an apex angle of approximately 52.5°
and a rhomboidal 52.5° prism 7. Prisms 6 and 7 are adjoined
along the diagonal surfaces with a gap of approximately 0.1
mm in between. Gap 9 is filled with an optical refractive-
index-matching, low-acoustic-impedance, nonvolatile liquid
such as 1000 cSt silicone oil, commercially available from
Clearco Products. The silicone oil and the glass have a good
optical refractive index match (glass: 1.5; silicone oil: 1.4) but
a large acoustic impedance mismatch (glass: 12.1x106 N-s/
m3; silicone o0il: 0.95x106 N-s/m3). As a result, the silicone
oil layer is optically transparent but acted as an acoustic
reflector. The photoacoustic signal emitted by the target is
transformed by the acoustic lens, having a radius of curvature
of approximately 5.2 mm, a diameter of approximately 6.35
mm, a NA of approximately 0.46 in water, and an ultrasonic
focal spot size of approximately 27 um, into a plane elastic
wave in rhomboidal prism 7 and is then detected by the
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high-frequency direct-contact ultrasonic transducer 4 such as
a model V2012-BC transducer, commercially available from
Panametrics-NDT with a center frequency of approximately
75 MHz, a bandwidth of approximately 80%, and an active
element diameter of approximately 6.35 mm. Within the
bandwidth of the ultrasonic transducer 4, ultrasonic absorp-
tion in silicone oil is high enough to dampen ultrasonic rever-
berations in the matching layer and thus minimize interfer-
ences to the image.

[0048] FIG. 2 is a block diagram of a system 200 based on
confocal photoacoustic microscopy, which is capable of con-
tour scanning and quantitative spectroscopic measurement.
The system includes a pulsed tunable laser 1 including a
tunable laser pumped by a Q-switched laser, a focusing
assembly 2, one or more ultrasonic transducers 4, and an
electronic system. The electronic system includes data acqui-
sition personal computer (PC) 3, motion controller 9, firstand
second scanners 7 and 8, amplifier 5, and data acquisition
subsystem (DAQ) 6, which includes a signal conditioner and
a digitizer. Focusing assembly 2 receives one or more laser
pulses and focuses the one or more laser pulses into an area
inside the sample object 10 so as to penetrate the tissue and
illuminate the region of interest. The one or more ultrasonic
transducers 4 are focused on the same the region of interest
and receive the acoustic or pressure waves induced in the
region of interest by the one or more laser pulses. The elec-
tronic system records and processes the received acoustic or
pressure waves. The laser pulse generation, data acquisition,
and object scanning are synchronized with the pulses pro-
duced by the motor controller at programmed locations of the
laser focus with respect to object 10. As described above, the
focusing assembly 2 includes an optical assembly of lenses
and/or mirrors that focuses one or more laser beams on the
objectin such a way that the focal point of the optical focusing
device coincides with that of the one or more ultrasonic
transducers.

[0049] The focusing assembly is placed on an XYZ trans-
lation stage to perform raster scanning along the object sur-
face with simultaneous adjustment of the sensor’s axial posi-
tion to compensate for the curvature of the object surface.
Other embodiments may use different ways of image forma-
tion, which include, but are not limited to, circular scanning,
sector scanning, optical scanning, electronic focusing using a
transducer array, and array-based image reconstruction. The
recorded pressure-wave time histories are displayed by the
computer versus the focusing assembly position to construct
a three dimensional image of the distribution of the optical
contrast within the tissue, i.e., a three dimensional tomo-
graphic image of the object.

[0050] System 200 employs a tunable dye laser, such as a
model CBR-D laser, commercially available from Sirah,
pumped by a neodymium-doped yttrium lithium flouride
(Nd:YLF) laser, such as the INNOSLAB laser, commercially
available from Edgewave, as the irradiation source. The laser
pulse duration is approximately 7 nanoseconds (ns) and the
pulse repetition rate, which is controlled by the external trig-
gering signal, is as high as approximately 2 kilohertz (kHz).
Inalternative embodiments, a plurality of sources of penetrat-
ing radiation, which may be confined to or concentrated in a
small volume within the object, may be used. Such sources
include, but are not limited to, pulsed lasers, flash lamps,
other pulsed electromagnetic sources, particle beams, or their
intensity-modulated continuous-wave counterparts.
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[0051] Theoneormore focused short laser pulses are deliv-
ered to an object (e.g., human or animal body, tissue or organ)
under investigation, where a small area of the object inside the
focal area of the ultrasonic transducer is illuminated. The
laser wavelength is selected as a compromise between the
desired light penetration depth and the contrast between the
structures of interest and the surrounding medium. Light
absorption by the internal structures causes a transient tem-
perature rise which, due to thermoelastic expansion of the
medium, produces elastic waves that may travel through the
medium.

[0052] High-frequency ultrasonic waves generated in tis-
sue by the laser pulse are recorded and analyzed by a PC to
form a three-dimensional image. The shape and dimensions
of the optical-contrast structures are generally determined
from the temporal profile of the laser-induced ultrasonic
waves and the position of the focusing assembly. Ordinarily,
a raster scan by the focusing assembly is used to form a
three-dimensional image. However, a transducer array may
be used to reduce the time of scanning and the total light
exposure. When the tissue under investigation is an internal
organ, the optical fiber and ultrasonic transducer may be
incorporated in an endoscope and positioned inside the body.
The following examples will be provided for the purpose of
illustrating various embodiments of the invention and are not
meant to limit the present invention in any fashion.

[0053] As illustrated in FIGS. 3-6, the presently described
embodiments provide an optical resolution confocal micro-
scopic photoacoustic imaging technology to image biological
tissues in vivo. The exemplary embodiment has a lateral
resolution as high as approximately 5 um and a maximum
imaging depth of approximately 0.7 mm. In alternative
embodiments, the image resolution may be further improved
by increasing the frequency of the ultrasonic transducer and
the numerical aperture of the optical objective lens perhaps at
the cost of imaging depth. The photoacoustic images shown
in FIGS. 12-16 were obtained with minimal signal averaging
and, therefore, could be further improved by averaging, at the
expense of data acquisition time, in another embodiment of
the invention. The current imaging speed is limited by the
pulse repetition rate of the laser. Because lasers with pulse
repetition rates of up to 100 KHz are now available, other
embodiments involve faster photoacoustic imaging, which
can reduce motion artifacts, and extensive signal averaging.

[0054] The presently described embodiments include any
realization of light focusing using any kind of mirrors, lenses,
fibers, and diaphragms that may produce well focused (pref-
erably diffraction-limited) illumination confined to the focal
area of the focused ultrasonic transducer. The presently
described embodiments also cover any confocal photoacous-
tic techniques with any light delivery and detection arrange-
ments in which the lateral resolution is defined by the focus-
ing of the incident radiation rather than the acoustic detection
unit.

[0055] One or more of the following embodiments may be
used to implement laser focusing for the purpose described
herein: (1) an optical microscope objective lens that focuses a
well-collimated single-mode lased beam into a nearly diffrac-
tion-limited point, (2) an objective lens that forms an image of
a small pinhole on the region of interest, (3) afocusing system
in which a single-mode optical fiber is used instead of pin-
hole, (4) a focusing system in which an oscillating mirror
scans the optical focus rapidly within the larger focal area of
the ultrasonic transducer. The following embodiments, and
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further alternative embodiments, may also be used to imple-
ment laser focusing for further, undescribed purposes. Vari-
ous examples of the focusing assembly will now be described
in reference to FIGS. 3-10, wherein the focusing assembly
includes, for example, an optical focusing device, and one or
more ultrasonic transducers in the piezoelectric, optical, or
another form.

[0056] FIG. 3 is a diagram of a focusing assembly 300 of
imaging system 200 (shown in FIG. 2). A custom-made cubic
beam splitter or right-angle prism 4 with a sub-micron reflec-
tive aluminum coating layer 6 sandwiched between the two
prisms is used to couple the optical and ultrasonic radiations.
A pairofoptical objective lenses 1 focuses the laser light from
the single-mode optical fiber onto the region of interest inside
the object, where metal coating 6 is used to reflect the optical
beam. A sampling beam splitter 8 is placed between the
objective lenses 1 to monitor the laser output power with a
photo-detector 9 and to view the object surface for alignment
with an eyepiece or aligning optics 10. Ultrasonic radiation
emitted by the object 11 passes through an acoustic lens 5, the
aluminum optical reflector, and reaches an ultrasonic trans-
ducer 2.

[0057] FIG. 4 is a diagram of a focusing assembly 400 of
imaging system 200 (shown in FIG. 2). A laser pulse from a
pulse laser is focused by a condenser lens 1 on a diaphragm 2
for spatial filtering. The light coming out of the spatial filter 2
is reflected by an oscillating mirror 10, which performs fast
optical scanning within the wider focal area of an ultrasonic
transducer 4. The laser beam is focused into an object by a
microscope objective lens 3 through a beam splitting element
6,7,9 and an acoustic lens 8. A thin plano-convex optical lens
5 is placed on top of the beam splitting element 6, 7, 9 to
compensate for the aberrations introduced by the prisms 6
and 7 and the acoustic lens 8. The beam splitting element 6, 7,
9 consists of an isosceles triangular prism 6 with an apex
angle of 52.5° and a rhomboidal 52.5° prism 7. Prisms 6 and
7 are adjoined along the diagonal surfaces but are separated
by a thin layer of refractive-index-matching, low-acoustic-
impedance, and nonvolatile liquid, such as a low-molecular-
weight silicone oil 9. The photoacoustic signal emitted by the
objectis transformed by the acoustic lens 8 into a plane elastic
wave in rhomboidal prism 7. Ultrasonic reflection from the
boundary of silicone 0il 9 converts at least 98% of the energy
of the incident longitudinal wave into that of a shear wave,
which is transformed back into a longitudinal wave on the free
surface of rhomboidal prism 7 and then detected by high-
frequency direct-contact ultrasonic transducer 4. Because the
acoustic focus is generally several times wider than the opti-
cal focus, taking advantage of fast optical scanning in this
embodiment may significantly decrease the image acquisi-
tion time.

[0058] FIG. 5 is a diagram of a focusing assembly 500 of
imaging system 200 (shown in FIG. 2). An optical objective
lens 2 focuses the output aperture of a single-mode optical
fiber 1 into the object through the optically clear slit window
in a one-dimensional ultrasonic array transducer 4 placed on
an optically transparent substrate 5. Substrate 5 serves as a
wave-guide for acoustic waves and may have a cylindrical
focus acoustic lens on its outer surface. The light coming out
of the spatial filter is reflected by an oscillating mirror 3,
which performs fast optical scanning Ultrasonic radiation
emitted by the object is collected by ultrasonic transducer
array 4. A multiple-element piezoelectric transducer array
may accelerate the image acquisition time in one dimension
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owing to the electronic focusing of the transducer array. The
acoustic focus provided by assembly 500 follows the focal
position of the laser beam without mechanically scanning the
ultrasonic transducer over the object. Three-dimensional
images may be acquired by mechanically translating the
focusing assembly perpendicularly to the slit.

[0059] FIG. 6 is a diagram of a focusing assembly 600 of
imaging system 200 (shown in FIG. 2). The light output from
a single-mode optical fiber 1 is reflected by a mirror scanner
2, collimated by an optical objective or excitation lens 3,
passed through a dichroic mirror 4, and then focused by
another objective lens 5 on a region of interest through a
Fabry-Perot etalon 6, which is acoustically coupled to the
object. Mirror scanner 2 performs rapid 2D raster scanning of
the object by sweeping the excitation laser beam. The pho-
toacoustic wave from the object causes a transient strain
distribution in Fabry-Perot etalon 6, which shifts its reso-
nance wavelengths. Another laser (probing laser) 9 working
at a different optical wavelength scans over Fabry-Perot eta-
lon 6 through a second mirror scanner 8, a second objective
lens 7, and dichroic mirror 4 to read the strain distribution in
Fabry-Perot etalon 6. The strain is then converted into the
photoacoustic pressure distribution. In the exemplary
embodiment, no mechanical scanning is necessary to form a
3D image of the object.

[0060] FIG. 7 is a diagram of a focusing assembly 700 of
imaging system 200 (shown in FIG. 2). An optical objective
lens 4 focuses the output aperture of a single-mode optical
fiber 1 into a region of interest in an object to excite photoa-
coustic waves. A 2D mirror scanner 3 is introduced in the
optical path to perform 2D scanning of the object. A phase-
sensitive optical coherence tomography (OCT) system 5
working at a different optical wavelength is focused on the
same region of interest by the optical objective lens 4 and 2D
mirror scanner 3. The two light beams of different wave-
lengths are coupled by a dichroic mirror 2. The phase-sensi-
tive OCT system measures, within the optical focal spot
inside the object, the photothermal effect due to absorption of
the laser pulse. The photothermal effect in the object is mea-
sured before pressure waves propagate to the surface of the
object. In the exemplary embodiment, focusing assembly 700
forms a 3D image without translating the objective lens and
does not require direct contact with the object. Correspond-
ingly, it may be potentially very fast and may be used where
non-contact imaging is preferred.

[0061] FIG. 8 is a diagram of an alternative embodiment of
the focusing assembly 800 suitable for hand-held operation.
An optical objective lens 4 images the aperture of a single-
mode optical fiber 1 onto the region of interest in the object
through an optically clear window in a spherically focused
ultrasonic transducer 5. A sampling beam splitter 2 reflects a
small portion of the incident light to monitor the laser output
power with a photo-detector 3. The ultrasonic radiation emit-
ted by the object is received by the ultrasonic transducer 5.
The photoacoustic assembly is mounted on a pendulum 6,
which is attached to a frame 8 through a flexible mount, such
as a flat spring 7. The frame is water-tight and contains opti-
cally transparent acoustic coupling fluid, such as water, for
light delivery and acoustic coupling. Moved by an actuator 9,
pendulum 6 may perform sector scanning of the object rap-
idly. A position sensor 10 monitors the position of the optical
focus and is used to synchronize the pulse laser so that image
distortion due to varying scanning velocity is minimized.
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[0062] FIG. 9 is a diagram of another alternative embodi-
ment of a focusing assembly 900 suitable for applications
inside body cavities such as inter-vascular imaging. A laser
pulse delivered by a single-mode fiber 1 is focused on the
region of interest in the object by an optical lens assembly 4
through an optically clear window in a spherically focused
ultrasonic transducer 6. Ultrasonic transducer 6 together with
a right-angled prism 5 is connected to a flexible shaft 2
located inside a catheter 3. Optically and acoustically trans-
parent circular window 7 allows the optical beam and ultra-
sonic radiation to pass freely to and from the object. Photoa-
coustic images are formed by rotating the shaft 2 with respect
to the axis of the catheter and axially translating the catheter.

[0063] FIG. 10 is a block diagram of another alternative
embodiment of a focusing assembly 1000 which uses the
confocal photoacoustic microscopy method simultaneously
with optical confocal microscopy. The light coming out of the
pulsed laser is focused by a condenser lens 1 on a diaphragm
(pinhole) 2 for spatial filtering. A dichroic beam splitter or
mirror 10 is used to monitor the laser output power with a
photo-detector 11 and to form an optical fluorescence confo-
cal image of the object. The optical fluorescence confocal
imaging portion consists of a pinhole, or diaphragm, 12, a
focusing system or lens 13, a low pass optical filter 15, and a
photo-detector (such as a photomultiplier) 14. The light com-
ing out of the spatial filter is focused by a microscope objec-
tive lens 3 on the object through a beam splitting element. The
beam splitting element consists of an isosceles triangular
prism 6 with an apex angle of 52.5° and a rhomboidal 52.5°
prism 7. Prisms 6 and 7 are adjoined along the diagonal
surfaces with a gap in between 9. Gap 9 is filled with refrac-
tive-index-matching, low-acoustic-impedance, nonvolatile
liquid. A correction lens 5 is placed on top of the beam
splitting element to compensate for aberrations introduced by
the prisms and the acoustic lens. The photoacoustic signal
emitted by the object is transformed by an acoustic lens 8 into
aplane elastic wave in thomboidal prism 7. Ultrasonic reflec-
tion from the boundary of the prism converts the incident
longitudinal elastic wave into a shear wave. The shear wave
propagates toward the free surface of the rhomboidal prism,
where it is transformed back into a longitudinal wave and
detected by a high-frequency direct-contact ultrasonic trans-
ducer 4 for image formation and spectral measurements of the
target.

[0064] The fusion of the optical confocal microscopy and
photoacoustic microscopy provides complementary informa-
tion about the object. One feature is the quantitative measure-
ment of the optical absorption spectrum of the object by
simultaneously using the fluorescence signal from the optical
confocal microscope and the photoacoustic signal from the
photoacoustic microscope. The quantitative measurement of
the optical absorption spectrum of the object requires knowl-
edge of the spectral variation of the excitation optical fluence
at the focus, which may be measured using the fluorescent
signals as illustrated below.

[0065] In the exemplary embodiment, two excitation opti-
cal wavelengths are used. If a fluorescence dye is present, the
detected fluorescence signal V (A, 1) at the i-th excitation
wavelength and the emission wavelength A, is a product of
the unknown local excitation optical fluence F(A.,), the con-
centration of dye C, the known molar optical absorption coef-
ficient of the dye € ,(\,), the quantum yield of the dye Q, and
the fluorescence detection sensitivity S(A,,). For i=1 and 2,
the following ratio in Equation (1) is present:
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ViQar, dm) — £ar (Ax)F(Ax1) 1
Vi dn) € A)F(Ai)”

[0066] Therefore, the local excitation optical fluence ratio
may be recovered as in Equation (2):

Fua) Vi, Aw)
FAo)  Vi(dn, Ay

Eaf (Ax1) 2)
Eor(An)

[0067] Similarly, the detected photoacoustic signal V,,,
() 1s aproduct of the local excitation optical fluence F(A,,),
the optical absorption coefficient of dominantly absorbing
hemoglobin p,,(A,,), and the acoustic detection sensitivity
Sa. Assuming that the hemoglobin absorbs much more than
the fluorescent dye, the following ratio in Equation (3) is
developed:

Vpaxts A) — panAe)F(Aar) (3)
Va2 An) — HanAs2)F(A2)”

[0068] From theabovetwo equations, the ratio of the hemo-
globin absorption coefficient may be recovered as in Equation

(4):
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[0069] This ratio may be used to quantify the oxygen satu-
ration of hemoglobin and the relative total concentration of
hemoglobin. Of course, this example merely illustrates the
principle, which may be extended to the measurement of
other optical absorbers using two or more excitation optical
wavelengths.

[0070] The presently described embodiments may be used
to estimate oxygen metabolism in tissues and organs, by
combining measurements of blood flow and oxygenation into
and out of regions of interest. Oxygen metabolic rate (MRO2)
is the amount of oxygen consumed in a given tissue region per
unit time per 100 grams (g) of tissue or of the organ of interest.
Since in typical physiological conditions, hemoglobin is the
dominant carrier of oxygen, the key measure of blood oxy-
genation is oxygen saturation of hemoglobin (SO2), as fol-
lows in Equation (5):

MRO, (80, 4,=805 4 Carp As Vs ®

[0071] Here, A,, is the area of the incoming vessel, v, is the
mean flow velocity of blood in the incoming vessel, and C,,
is the total concentration of hemoglobin. While A,, and v,,
may be estimated using ultrasound imaging, SO2 and relative
C,;, may be estimated from multi-wavelength photoacoustic
methods.

[0072] Exemplary advantages of photoacoustic micros-
copy over traditional optical and ultrasonic imaging include
the detection of endogenous optical absorption contrast at
ultrasonic resolution. In photoacoustic microscopy, a pulsed
laser beam is focused into the biological tissue to produce
emission of ultrasonic waves due to the photoacoustic effect.
The short-wavelength pulsed ultrasonic waves are then
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detected with a focused ultrasonic transducer to form high-
resolution tomographic images. Among the existing photoa-
coustic imaging technologies, the spatial resolutions depend
almost solely on the ultrasonic parameters including the cen-
ter frequency, bandwidth, and numerical aperture (NA). For
example, using dark-field confocal PAM, a lateral resolution
of approximately 50 um has been achieved with a center
frequency of approximately 50 megahertz (MHz) and an NA
of approximately 0.44. This resolution from prior systems is
inadequate to resolve smaller structures such as capillaries
between approximately 3 pum and approximately 7 pum in
diameter with endogenous optical absorption contrast.
Aspects of the invention provide improved spatial resolution.

[0073] If such an improvement is achieved by increasing
the ultrasonic focusing capability, an approximately 5-pm
lateral resolution requires an ultrasonic center frequency
greater than 300 MHz. At such a high frequency, unfortu-
nately, the ultrasonic attenuation, which is approximately 400
pum™" in water and 100 um™" in tissue, limits the penetration
depth to approximately 100 um. An alternative is to use fine
optical focusing to provide the lateral resolution while ultra-
sonic temporal detection provides axial resolution. Such an
alternative, called OR-PAM, is primarily sensitive to optical
absorption contrast, whereas conventional reflection-mode
optical confocal microscopy is dominantly sensitive to scat-
tering or fluorescence.

[0074] FIG. 11 is a schematic of another exemplary
embodiment of the OR-PAM imaging system. In this embodi-
ment, the system employs nearly diffraction limited optical
focusing with bright field optical illumination to achieve pm-
level lateral resolution. A dye laser, such as a CBR-D laser
commercially available from Sirah, pumped by a Nd:YLF
laser is used as the irradiation source. The laser pulse duration
is approximately 5 ns and the pulse repetition rate, controlled
by an external trigger, is as high as 2 kHz. The light from the
dye laser is attenuated by one thousand times, passed through
a spatial filter, such as a 25 um pinhole, commercially avail-
able as P250S from Thorlabs, and then focused by a micro-
scope objective lens, such as a RMS4X lens available from
Thorlabs and including a NA of approximately 0.1, a focal
length of approximately 45 mm, and a working distance of
approximately 22 mm. The distance between the pinhole and
the objective lens is approximately 400 mm. The input aper-
ture of the microscope objective is approximately 0.8 times
the diameter of the Airy disk of the spatial filter. As a result,
the diffraction-limited focus of the objective in water is
approximately 3.7 um in diameter and approximately 200 um
in focal zone. The laser pulse energy after the objective lens
measures approximately 100 nJ. An optional beam splitter is
located between the pinhole and the objective lens to facilitate
focus adjustment and system alignment. Two right-angled
prisms, the NT32-545 prism available from Edmund Optics,
for example, form a cube with a gap of approximately 0 1 mm
between the hypotenuses. The gap is filled with silicone oil.
As described above, the silicone oil and the glass have a good
optical refractive index match but a large acoustic impedance
mismatch. As a result, this silicone oil layer is optically trans-
parent but acoustically reflecting. An ultrasonic transducer,
such as a V2012-BC transducer available from Panametrics-
NDT, with a center frequency of 75 MHz, a bandwidth of
80%, and an active-element diameter of 6.35 mm, is attached
to a cathetus of the bottom prism as shown in FIG. 11. A
plano-concave lens with an approximately 5.2 mm radius of
curvature and an approximately 6.35 mm aperture is attached
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to the bottom of the cube to function as an acoustic lens,
which has an NA of approximately 0.46 in water and a focal
diameter of approximately 27 um. Of course, this lens also
functions as a negative optical lens, which is compensated for
by a correcting positive optical lens placed on top of the cube.

[0075] The photoacoustic signal detected by the ultrasonic
transducer is amplified by approximately 48 dB using, for
example, two ZFL S00LN amplifiers commercially available
from Mini-Circuits, then digitized by a 14-bit digital acqui-
sition board using, for example, a CompuScope 12400 from
Gage Applied Sciences. A raster scanning is controlled by a
separate PC, which triggers both the data-acquisition PC and
the pump laser. The trigger signal is synchronized with the
clock-out signal from the digital acquisition board.

[0076] An acoustic lens is immersed in water inside a
heated container. A window is opened at the bottom of the
container and sealed with an ultrasonically and optically
transparent 25-um thick polyethylene membrane. The animal
is placed under the water tank with the region of interest
(ROI) exposed below the window. Ultrasonic gel, such as
Clear Image, available from SonoTech, is applied to the ROI
for acoustic coupling. For simplicity, the raster scanning is
implemented by translating the water tank and the animal
together along the horizontal (x-y) plane. One-dimensional
(1D) photoacoustic signal (A-line) at each horizontal location
is recorded for 1 pus at a sampling rate of 200 MS/s. A volu-
metric photoacoustic image is formed by combining the time-
resolved photoacoustic signals and may be viewed in direct
volumetric rendering, cross-sectional (B-scan) images, or
maximum amplitude projection (MAP) images.

[0077] FIGS. 12A-12C are images representing a lateral
resolution measurement by the imaging system. FIG. 12A is
a MAP image of an Air Force resolution test target, FIG. 12B
is a magnified image of the region within the dashed box of
FIG. 12A, and FIG. 12C is a MAP image of a 6-um-diameter
carbon fiber. The lateral resolution of the OR-PAM system
was experimentally measured by imaging an Air Force reso-
Iution test target immersed in clear liquid. Images were
acquired at the optical wavelength of approximately 590 nm
and no signal averaging was performed during data acquisi-
tion. In FIGS. 12A and 12B, the highlighted well-resolved
bars, shown as group 6, element 5, have gaps of approxi-
mately 4.9 um, a spatial frequency of approximately 102
mm™', and a modulation transfer function value of 0.65.
Other pairs of spatial frequency and modulation transfer
function values include, for example, a 64 mm™" spatial fre-
quency with a 0.95 modulation transfer function value, and a
80 mm™! spatial frequency with a 0.8 modulation transfer
function value. Nonlinearly fitting of the modulation transfer
function yields a lateral resolution of approximately 5 pm,
which is 30% greater than the diffraction limit of 3.7 um. As
an illustration of the lateral resolution, an MAP image of a
6-um-diameter carbon fiber immersed in water is shown in
FIG. 12C. The mean full-width-at-half-maximum (FWHM)
value of the imaged fiber is approximately 9.8 um, which is
3.8 um wider than the fiber diameter and hence in agreement
with the ~5 pm resolution. The axial resolution was estimated
to be approximately 15 um based on the measured transducer
bandwidth, approximately 100 MHz in receiving-only mode,
and the speed of sound in tissue, approximately 1.5 mm/us. In
tissue, both the lateral and the axial resolutions deteriorate
with imaging depth because of optical scattering and fre-
quency-dependent acoustic attenuation, respectively.
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[0078] FIGS.13A and 13B are images representing a mea-
surement of the imaging depth by the imaging system. FIG.
13A is a MAP image of two horse hairs placed above and
below a piece of rat skin acquired with the OR-PAM system.
FIG. 13B is a B-scan image at the location marked by the
dashed line in FIG. 13A. The imaging depth of this system
was measured by imaging two horse hairs with a diameter of
approximately 200 pum placed above and below a piece of
freshly harvested rat scalp. A photoacoustic image was
acquired with 32 times signal averaging at the optical wave-
length of 630 nm. Both hairs are clearly visible, where the
bottom hair shows a weaker photoacoustic signal because of
both optical and acoustic attenuation in the skin. The B-scan
image shows that the bottom hair is 700 um deep in the tissue.
Therefore, the maximum imaging depth is at least 700 um.

[0079] The microvessels in the ear of a nude mouse were
imaged in vivo by this OR-PAM at the optical wavelength of
570 nm. Nude mouse ears having a thickness of approxi-
mately 300 um have well-developed vasculature and have
been widely used to study tumor angiogenesis and other
microvascular diseases. During image acquisition, the animal
was kept motionless using a breathing anesthesia system and
was kept warm using an infrared lamp. Unlike studies pub-
lished elsewhere, no optical clearing agent was applied to the
skin surface. An area of 1 mm? was scanned with a step size of
approximately 1.25 um. For each pixel, 16 (i.e., 4 by 4)
neighboring A-lines were averaged to increase the signal-to-
noise ratio (SNR). The scanning time for a complete volu-
metric dataset was approximately 18 minutes. After data
acquisition, the animal recovered naturally without observ-
able laser damage.

[0080] FIGS. 14A and 14B are photoacoustic images of a
microvasculature by the imaging system. FIG. 14C is a pho-
tograph of the microvasculature of FIGS. 14A and 14B, taken
from a transmission microscope. More specifically, FIG. 14A
is an in vivo photoacoustic image of microvasculature in a
nude mouse ear, FIG. 14B is a 3D visualization of the volu-
metric photoacoustic data with pseudocolor, and FIG. 14C is
a photograph taken with trans-illumination optical micros-
copy. In FIGS. 14A-14C, the area denoted as C is a capillary,
the area denoted as CB is a capillary bed, and the area denoted
as SG is a sebaceous gland. The photoacoustic image of the
microvasculature (FIGS. 14A and 14B) agrees with the pho-
tograph (FIG. 14C) taken from a transmission microscope
with a 4x magnification. However, capillaries are imaged by
only the OR-PAM system described above. The mean ratio of
the photoacoustic amplitudes between the blood vessels and
the background is 20:1, which demonstrates a high endog-
enous optical-absorption-based imaging contrast. Some ves-
sels, e.g. the vessel labeled with C in FIG. 14A, only occupy
a single pixel, which presumably indicates a capillary with a
diameter of approximately 5 um. A volumetric rendering of
the photoacoustic data (FIG. 14B) shows the three-dimen-
sional connectivity of the blood vessels. Parallel arteriole-
venule pairs and their branching are clearly observed. The
diameter and the morphological pattern of the vessel within
the dashed-box in both FIGS. 14 A and 14B suggest that these
microvessels belong to a capillary bed. Therefore, OR-PAM,
as described above, is able to image capillaries in vivo with
endogenous optical absorption contrast due to hemoglobin.
In addition, sebaceous glands may also be imaged at the same
time.

[0081] FIGS. 15A and 15B are MAP images acquired
before and after a high-intensity laser treatment. FIG. 15A is
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an in vivo photoacoustic image of laser-induced vessel
destruction in a Swiss Webster mouse ear before a laser treat-
ment. FIG. 15B is an in vivo photoacoustic image after the
laser treatment. In FIGS. 15A and 15B, the area denoted as T
is the laser treated area, the area denoted as W is widened
blood vessels, and the area denoted as H is a possible hemor-
rhage. To further demonstrate the potential of OR-PAM, the
high-intensity laser destruction of microvessels in the ear of a
Swiss Webster mouse were imaged. This type of destruction
is clinically used to remove port wine stains in humans. FIGS.
15A and 15B show the MAP images acquired before and after
the high-intensity laser treatment. After the healthy vascula-
ture was imaged by the OR-PAM system (shown in FIG.
15A), the center region measuring approximately 0.25x0.25
mm? was treated by high-intensity laser pulses having a peak
optical fluence of approximately 10 J/cm? scanned with the
step size of approximately 1.25 um. For the high-intensity
illumination, the attenuator and the pin hole were removed
from the light path. A second image (shown in FIG. 15B) was
acquired 15 minutes after the laser treatment. Disruption of
the vessels within the treated region was clearly observed in
the dashed box. Further, the destruction of the blood vessels
dilated several neighboring vessels and produced possibly
hemorrhage.

[0082] FIG. 16A is an in vivo photoacoustic image of a
capillary bed in a mouse ear, captured using the OR-PAM
imaging system with a focusing depth of approximately 50
um. FIG. 16B is an in vivo photoacoustic image of multiple
levels of blood vessel bifurcations in a mouse ear, captured
using the OR-PAM imaging systems with a focusing depths
of approximately 150 pm.

[0083] The embodiments described herein use (1) optical
focusing to achieve high lateral resolution, (2) time-resolved
detection of laser-induced pressure waves to obtain high axial
resolution, and/or (3) confocal arrangement between the opti-
cal excitation and ultrasonic receiving foci to achieve high
sensitivity. In alternative embodiments, the focused ultra-
sonic receiving may be replaced with optical sensing of the
photothermal effect directly inside the object. Three-dimen-
sional images of the distribution of optical contrast within a
sampling volume are acquired.

[0084] In an existing system, an intensity-modulated con-
tinuous-wave beam of radiation is combined with the detec-
tion of the magnitude of the photoacoustic signal. In the
embodiments described herein, short pulsed excitation is
combined with time-resolved detection of the photoacoustic
signal, which has the advantage of time-of-flight based axial
resolution. Therefore, the presently described embodiments
provide, for example, (a) enhanced axial resolution, (b) 3D
imaging of optical contrast from a 2D raster scan, and (c)
minimal image artifacts due to the interference of photoa-
coustic waves from various targets within the light illumina-
tion volume, in contrast to the existing system.

[0085] Another existing system uses focused light to pro-
duce thermal expansion and uses optical detection, based on
the thermal lens effect, or an ultrasonic detector to monitor the
resulting pressure/density transients. Such a system lacks
axial resolution. In addition, the lateral resolution of such a
system is determined by the detector rather then the excitation
optics. Utilization of the thermal lens effect in such a system
requires transmission illumination in an optically clear
medium, which limits the applications of the technology.
Moreover, in using an unfocused ultrasonic transducer and an
unfocused ultrasonic detector, the excitation beam has a large
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separation, which affects the detection sensitivity. The fre-
quency mismatch between the central frequency of the pho-
toacoustic waves (>100 MHz) and the central frequency of
the ultrasonic transducer (<10 MHz) also limits the SNR of
such a system.

[0086] Another existing system uses laser excitation in a
coaxial arrangement with a focused ultrasonic detection.
However, the laser beam used in such a system is not focused.
Infact, the laser beam is divergent because the positive acous-
tic lens functions as a negative optical lens. The negative
optical lens actually broadens the optical beam. More impor-
tantly, such a system neither achieves nor claims optically
defined lateral resolution, which is a key feature in the pres-
ently described embodiments.

[0087] The ability to image microstructures such as the
micro-vascular network in the skin or brain cortex and moni-
tor physiological functions of tissue is invaluable. One of the
promising technologies for accomplishing this objective is
photoacoustic microscopy. Current high-resolution optical
imaging techniques, such as optical coherence tomography,
can image up to approximately one transport mean free path
of' between 1 to 2 mm into biological tissues. However, such
techniques are sensitive to the backscattering that is related to
tissue morphology, and are insensitive to the optical absorp-
tion that is related to important biochemical information.
Other known techniques such as confocal microscopy and
multi-photon microscopy have even more restrictive penetra-
tion depth limitation and often involve the introduction of
exogenous dyes, which with a few notable exceptions have
relatively high toxicity. Acoustic microscopic imaging and
spectroscopy systems are sensitive to acoustic impedance
variations, which have little functional information about bio-
logical tissue and have low contrast in soft tissue. Other
imaging techniques such as diffuse optical tomography or
thermal wave microscopy have low depth to resolution ratio.
Photoacoustic imaging as in embodiments of the invention
provides high optical-absorption contrast while maintaining
high penetration depth and high ultrasonic resolution. More-
over, because photoacoustic wave magnitude is, within cer-
tain bounds, linearly proportional to the optical contrast, opti-
cal spectral measurement can be performed to gain
functional, i.e., physiological, information such as the local
blood oxygenation level. However, increasing the resolution
power beyond several tens of micrometers meets serious chal-
lenges. At ultrasonic frequencies required to achieve such
resolution, which is above approximately 100 MHz, ultra-
sonic absorption in tissue gradually becomes proportional to
the square of the ultrasonic frequency. Consequently, a reso-
Iution of several micrometers will have penetration depth of a
few tens of micrometers that is much less than the penetration
depth of other optical imaging techniques such as confocal
microscopy. Embodiments of the present invention overcome
the resolution limitation by using optical focusing to achieve
high lateral resolution and ultrasonic detection to achieve
axial resolution.

[0088] Although imaging of photothermal treatment of
microvessels itself is biomedically significant, the capability
of OR-PAM to image physiological and pathological changes
in capillaries has broader applications. Other possible appli-
cations include imaging of vasodilation and vasoconstriction
in stroke models, tumor angiogenesis, and tumor extravasa-
tions. Mouse ears were chosen as the initial organ to test
OR-PAM because transmission optical microscopy could be
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used to validate the photoacoustic images. Since OR-PAM
operates in reflection mode, it may be applied to many other
anatomical sites.

[0089] Several alternative embodiments are possible. First,
photoacoustic images may be acquired by scanning the opti-
cal-acoustic dual foci instead of the sample and the transducer
container. Second, it is possible to scan only the optical focus
within the acoustic focusing area to reduce the image acqui-
sition time significantly. Third, by varying the excitation opti-
cal wavelength, physiological parameters such as hemoglo-
bin oxygen saturation and blood volume may be quantified
for in vivo functional imaging using endogenous contrast.
Similarly, targeted exogenous contrast agents such as
indocyanine green (ICG) and nanoparticles may be quantified
for in vivo molecular imaging. Fourth, the acoustic coupling
cube may be made to transmit photoacoustic waves ten times
more efficiently without transformation from p-waves into
sv-waves so that the SNR may be improved. Acoustic antire-
flection coating on the lens should further increase the SNR
by approximately 10 dB.

[0090] When the optical focus is 100 um below the tissue
surface, the surface optical fluence is close to the ANSI safety
limit of 20 mJ/cm?2 in the visible spectral region. Although the
ANSI standards regulate only the surface fluence, the spatial
peak optical fluence is calculated at the focus in water, which
is approximately 500 mJ/cm2. This focal fluence is still less
than the experimentally observed damage threshold in live
tissue. After the aforementioned improvements are imple-
mented, the optical fluence may be reduced without affecting
the SNR.

[0091] It will be understood that particular embodiments
described herein are shown by way of illustration and not as
limitations of the invention. The principal features in embodi-
ments of this invention may be employed in various embodi-
ments without departing from the scope of the invention.
Those skilled in the art will recognize, or be able to ascertain
using no more than routine experimentation, numerous
equivalents to the procedures described herein. Such equiva-
lents are considered to be within the scope of this invention
and are covered by the claims.

[0092] All of the compositions and/or methods disclosed
and claimed herein may be made and executed without undue
experimentation in light of the present disclosure. While
embodiments of this invention have been described in terms
of preferred embodiments, it will be apparent to those of skill
in the art that variations may be applied to the compositions
and/or methods and in the steps or in the sequence of steps of
the method described herein without departing from the con-
cept, spirit, and scope of the invention. All such similar sub-
stitutes and modifications apparent to those skilled in the art
are deemed to be within the spirit, scope and concept of the
invention as defined by the appended claims.

[0093] It will be understood by those of skill in the art that
information and signals may be represented using any of a
variety of different technologies and techniques (e.g., data,
instructions, commands, information, signals, bits, symbols,
and chips may be represented by voltages, currents, electro-
magnetic waves, magnetic fields or particles, optical fields or
particles, or any combination thereof). Likewise, the various
illustrative logical blocks, modules, circuits, and algorithm
steps described herein may be implemented as electronic
hardware, computer software, or combinations of both,
depending on the application and functionality. Moreover, the
various logical blocks, modules, and circuits described herein
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may be implemented or performed with a general purpose
processor (e.g., microprocessor, conventional processor, con-
troller, microcontroller, state machine, and/or combination of
computing devices), a digital signal processor (“DSP”), an
application specific integrated circuit (“ASIC”), a field pro-
grammable gate array (“FPGA”), or other programmable
logic device, discrete gate or transistor logic, discrete hard-
ware components, or any combination thereof designed to
perform the functions described herein. Similarly, steps of a
method or process described herein may be embodied
directly in hardware, in a software module executed by a
processor, or in a combination of the two. A software module
may reside in RAM memory, flash memory, ROM memory,
EPROM memory, EEPROM memory, registers, hard disk, a
removable disk, a CD-ROM, or any other form of storage
medium known in the art. Although embodiments of the
present invention have been described in detail, it will be
understood by those skilled in the art that various modifica-
tions may be made therein without departing from the spirit
and scope of the invention as set forth in the appended claims.
[0094] This written description uses examples to disclose
the invention, including the best mode, and also to enable any
person skilled in the art to practice the invention, including
making and using any devices or systems and performing any
incorporated methods. The patentable scope of the invention
is defined by the claims, and may include other examples that
occur to those skilled in the art. Such other examples are
intended to be within the scope of the claims if they have
structural elements that do not differ from the literal language
of'the claims, or if they include equivalent structural elements
with insubstantial differences from the literal languages of
the claims.

What is claimed is:

1. A method of obtaining a 3-D OR-PAM image of
microvasculature within a region of interest of a subject, the
method comprising:

focusing a first light pulse at a first depth beneath a first

surface position within the region of interest;

receiving a first PA signal in response to the first light pulse;

focusing a second light pulse at a second depth beneath the

first surface position within the region of interest;
receiving a second PA signal in response to the second light
pulse; and

forming the 3-D OR-PAM image by combining the first PA

signal and the second PA signal.

2. The method of claim 1, wherein the first depth is less than
the second depth.

3. The method of claim 2, wherein the second depth is up to
about 2 mm.

4. The method of claim 2, wherein the second depth is up to
about 1 mm.

5. The method of claim 1, further comprising:

focusing at least one additional first light pulse at the first

depth beneath at least one additional surface position
within the region of interest;

receiving at least one additional first PA signal in response

to the at least one additional first light pulse;

focusing at least one additional second light pulse at a

second depth beneath at least one additional surface
position within the region of interest;

receiving at least one additional second PA signal in

response to the at least one additional second light pulse,
wherein the first surface position and the at least one
additional surface position comprise locations within a
scanning pattern defined over the region of interest.
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6. The method of claim 5, wherein the 3-D OR-PAM image
is formed by combining the first PA signal, the at least one
additional first PA signal, the second PA signal, and the at
least one additional first PA signal.

7. The method of claim 2, wherein a first wavelength of the
first light pulse is equal to a second wavelength of the second
light pulse.

8. The method of claim 7, wherein the first wavelength is
shorter than the second wavelength.

9. The method of claim 8, wherein the region of interest is
a port wine stain on the subject.

10. The method of claim 9, wherein the region of interest
comprises one or more sample regions within the port wine
stain.

11. A method of monitoring a treatment of a port wine stain
of a subject, the method comprising:

obtaining a baseline 3-D OR-PAM image of the port wine

stain prior to the treatment;

obtaining at least one additional 3-D OR-PAM image of the

port wine stain after at least a portion of the treatment;
and

comparing the baseline and the at least one additional 3-D

OR-PAM images to detect changes within the port wine
stain after at least a portion of the treatment;

wherein each of the baseline and at least one additional 3-D

OR-PAM images are obtained by:

focusing at least one first light pulse at a first depth
beneath at least one surface position within the port
wine stain;

receiving at least one first PA signal in response to the at
least one first light pulse;

focusing at least one second light pulse at a second depth
beneath the at least one surface position within the
port wine stain;

receiving at least one second PA signal in response to the
at least one second light pulse; and

forming the first 3-D OR-PAM image by combining the
at least one first PA signal and the at least one second
PA signal.

12. The method of claim 11, further comprising identifying
atleast one region of the port wine stain for treatment from the
baseline 3-D OR-PAM image.

13. The method of claim 11, further comprising :

obtaining a post-treatment 3-D OR-PAM image of the port

wine stain after completion of the treatment; and
comparing the baseline and the post-treatment 3-D OR-
PAM images to assess the eftectiveness of the treatment.

14. The method of claim 11, wherein the first depth is less
than the second depth.

15. The method of claim 14, wherein the second depth is up
to about 2 mm.

16. The method of claim 11, wherein the at least one
surface position comprises locations within a scanning pat-
tern defined over the port wine stain.

17. The method of claim 16, wherein the scanning pattern
is defined over the entire port wine stain.

18. The method of claim 17, wherein the scanning pattern
is defined over at least one portion of the port wine stain.

19. The method of claim 11, wherein a first wavelength of
the first light pulse is equal to a second wavelength of the
second light pulse.

20. The method of claim 17, wherein the first wavelength is
shorter than the second wavelength.
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