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SYSTEMS AND METHODS FOR
THREE-DIMENSIONAL FLUORESCENCE
POLARIZATION VIA MULTIVIEW IMAGING

CROSS REFERENCE TO RELATED
APPLICATIONS

The present application is a Continuation of U.S. National
Stage patent application Ser. No. 16/616,891, entitled “SYS-
TEMS AND METHODS FOR THREE DIMENSIONAL
FLUORESCENCE POLARIZATION VIA MULTIVIEW
IMAGING”, and filed on Nov. 25, 2019. application Ser.
No. 16/616,891 claims priority to International Patent Appli-
cation No. PCT/US2018/035303, entitled “SYSTEMS AND
METHODS FOR THREE DIMENSIONAL FLUORES-
CENCE POLARIZATION VIA MULTIVIEW IMAGING”,
and filed on May 31, 2018. Application No. PCT/US2018/
035303 claims priority to U.S. Provisional Application No.
62/513,519, entitled “SYSTEMS AND METHODS FOR
THREE DIMENSIONAL FLUORESCENCE POLARIZA-
TION VIA MULTIVIEW IMAGING”, and filed on Jun. 1,
2017. The entire contents of the above-listed applications are
hereby incorporated by reference for all purposes.

FIELD

The present disclosure relates to systems and methods for
three-dimensional fluorescence polarization excitation, and
in particular to a fluorescence microscope that generates
maps of position and orientation of fluorescent molecules in
three or more dimensions.

BACKGROUND

Most fluorophores, including fluorescent proteins, absorb
and emit light as dipoles. This creates the opportunity to
reveal not only the position, but also the orientation of
fluorophores and of the molecular assemblies to which they
are bound. Polarized light microscopes that are equipped to
excite and/or detect polarized fluorescence already exploit
this opportunity. The orientation and kinetics of molecular
assemblies determine directionality of cellular function or
disease. For example, directional cell migration during
wound healing or metastasis relies on the flow of a patterned
actin network which generates net force towards the direc-
tion of migration.

The molecular orientation is revealed by using either
polarized light for dipole excitation or polarization analysis
of the dipole emission, or both. However, current micro-
scopes illuminate and image the sample from a single
viewing direction. Accordingly, the polarization of the exci-
tation light and the emitted fluorescence is primarily defined
in the plane perpendicular to the illumination/viewing direc-
tion as illustrated in FIGS. 2A and 2B. Dipoles parallel to the
illumination/viewing direction can neither be excited nor
detected efficiently, thus making it difficult or even impos-
sible to determine the complete orientation distribution of
fluorophores bound to three-dimensional structures.

It is with these observations in mind, among others, that
various aspects of the present disclosure were conceived and
developed.

BRIEF DESCRIPTION OF THE DRAWINGS

FIG. 1 is a simplified illustration showing one embodi-
ment of a fluorescence microscopy system, according to one
aspect of the present disclosure;
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FIG. 2A shows a schematic of a conventional epi-fluo-
rescence microscope and FIG. 2B shows a schematic of a
conventional dual-view selective plane illumination micros-
copy system, according to one aspect of the present disclo-
sure;

FIGS. 3A and 3B illustrate a measurement scheme for
obtaining a three-dimensional dipole orientation using epi-
detection of fluorescence intensity produced by polarization-
resolved excitation, according to one aspect of the present
disclosure;

FIGS. 4A and 4B illustrate another measurement scheme
for obtaining a three-dimensional dipole orientation using
orthogonal detection of fluorescence intensity produced by
polarization-resolved excitation, according to one aspect of
the present disclosure; and

FIG. 5A is an image showing maximum intensity projec-
tion images corresponding to imaging volumes obtained
with different polarizations of illumination light and FIG. 5B
shows the resulting reconstruction, according to one aspect
of the present disclosure.

Corresponding reference characters indicate correspond-
ing elements among the view of the drawings. The headings
used in the figures do not limit the scope of the claims.

DETAILED DESCRIPTION

As described herein, systems and methods for extending
fluorescence polarization imaging so that the dipole moment
of a fluorescent dye emitted by a sample may be excited
regardless of the three-dimensional orientation of the dipole.
In one aspect, the dipole is excited from multiple directions,
thereby ensuring that the excitation of the sample occurs
along multiple orientations even if the dipole is unfavorably
oriented along the axial (propagation) axis of the detection
objective. In one embodiment, a dual-view inverted selec-
tive-plane illumination microscope (diSPIM) is used to
illuminate the sample and detect the resulting polarized
fluorescence emissions emitted by the sample from two
different directions that are non-parallel relation relative to
each other. In one embodiment, polarization-resolved exci-
tation of the sample and epi-detection of the emitted polar-
ized fluorescence captures the three-dimensional orientation
of the excitation dipole along the focal plane of the same
excitation/detection objective used to excite the sample and
detect the emitted fluorescence. In one embodiment, polar-
ization-resolved excitation of the sample in alternating
sequence of excitation and non-parallel detection of the
fluorescence emitted by the sample captures substantially
most of the projection of the three-dimensional orientation
of the excitation dipole in the axial or meridional plane of
the respective detection objective. In one embodiment, the
system includes a processor in operative communication
with one or more detectors for capturing data related to the
position and three-dimensional orientation of each excita-
tion dipole detected in the polarized fluorescence emissions
emitted by the sample detected by one or more objective
lenses. The processor is operable for computing the three-
dimensional orientation and position of the excitation dipole
in each voxel detected in the fluorescence emission emitted
by the sample being illuminated. In some embodiments, the
system captures a plurality of images with different excita-
tion polarization such that the processor may determine the
position and three-dimensional orientation of each excita-
tion dipole detected by one or more detectors. Referring to
the drawings, embodiments of a system for determining the
three-dimensional dipole orientation and position of each
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voxel of an illuminated sample are illustrated and generally
indicated as 100 in FIGS. 1-4.

Referring to FIG. 1, one embodiment of a fluorescence
microscopy system, designated 100, is illustrated. In one
aspect, the fluorescence microscopy system 100 is operable
to determine the position and orientation of excitation
dipoles in fluorescence emissions emitted from a sample 114
being illuminated

In some embodiments, the fluorescence microscopy sys-
tem 100 includes a light source 102 for emitting a light beam
101 that is polarized by a first polarization optics 129 for
polarizing the light beam 101 into polarized light 103. In
some embodiments, the first polarization optics 129 may
include a wave plate, a polarizer, and/or one or more liquid
crystals to polarize the light beam 101. In some embodi-
ments, the light source 102 may be a laser for emitting a
laser light beam; however, in other embodiments, the light
source 102 may be other sources of light, such as lamps that
emit a light beam capable of being polarized.

In some embodiments, the polarized light 103 may be
split by a beam splitter 106 into split polarized light 103A
and 103B. In some embodiments, the split polarized light
103A is redirected by a first dichroic mirror 134 through a
first objective lens 108 which may include a second polar-
ization optics 130 for further polarizing the split polarized
light 103 A into split polarized light 103C for illumination of
sample 114 along a first axis 300. As shown, the split
polarized light 103B is redirected by a dichroic mirror 136
through a second objective lens 110 which may include a
third polarization optics 132 for further polarizing the split
polarized light 103B into split polarized light 103D for
illumination of sample 114 along a second axis 302 that is
in orthogonal relation relative to the first axis 300.

As the sample 114 is illuminated, those polarized fluo-
rescence emissions 105 emitted by the sample 114 substan-
tially along a plane orthogonal to the first axis 300 are
detected by the first objective lens 108, while those polarized
fluorescence emissions 105 emitted by the sample along a
plane substantially parallel to the first axis 300 are not
detected by the first object lens 108. In addition, those
polarized fluorescence emissions 105 emitted by the sample
114 substantially along a plane orthogonal to the second axis
302 are detected by the second objective lens 110, while
those polarized fluorescence emissions 105 emitted by the
sample 114 along a plane substantially parallel to the second
axis 302 are not detected by the second objective lens 110.
In this arrangement, the orthogonal relationship between the
first objective 108 and the second objective 110 allows the
fluorescence microscopy system 100 to detect the excitation
dipoles regardless of their axis of orientation. In other
embodiments, the first and second objectives 108 and 110
may be oriented at a non-parallel angle relative to each other.

In one arrangement, the polarized fluorescence emissions
105 detected by the first objective lens 108 may be redi-
rected by the first dichroic mirror 134 through a first tube
lens 122 for detection by a first detector 116. In a further
arrangement, the fluorescence emissions 105 detected by the
second objective lens 110 may be redirected by the second
dichroic mirror 136 through a second tube lens 124 for
detection by a second detector 118.

In some embodiments, a third objective 112 may be
positioned below a plane 304 of the sample 114 and oriented
along a third axis 306 that forms a 135 degree angle relative
to the first and second axes 300 and 302, respectively. The
third objective lens 112 functions to detect fluorescence
emissions 105 emitted below the plane 304 of the sample
114 and at an angle perpendicular to the plane 304 of the
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sample 114. In some embodiments, the fluorescence emis-
sions 105 detected by the third objective 112 may be imaged
through a third tube lens 126 for detection by a third detector
120. In some embodiments, the third objective 112 may be
oriented in a non-parallel angle relative to the first and
second axes 300 and 302, respectively.

In some embodiments, the first detector 116, second
detector 118 and third detector 120 are in operative com-
munication with one or more processors 128 that utilize one
or more algorithms for computing the position and three-
dimensional orientation of the excitation dipole based on the
images of the fluorescence emissions 105 captured from the
first detector 116, second detector 118 and third detector
120, respectively.

In some embodiments, the first and second objective
lenses 108 and 110 may be, for example, a Nikon 0.8 NA,
Nikon 0.8 NA, Nikon 1.1 NA, Special Optics 0.71 NA
lenses, although other types or kinds of objective lenses are
contemplated.

In some embodiments, the fluorescence microscopy sys-
tem 100 may operate in either in an epi-detection mode of
operation (FIG. 2A) or an orthogonal detection mode of
operation (FIG. 2B). In the epi-detection mode of operation
shown in FIG. 2A, a single objective lens, e.g., first objective
108 focuses the polarized light rays in a direction along an
axis A to illuminate a sample 114 and then the same
objective detects the resulting fluorescence emissions emit-
ted by the sample. In this mode of detection, the polarized
fluorescence emissions emitted by the sample along a plane
perpendicular to the axis of the first objective 108 are
detected by the first objective 108.

As shown in FIGS. 3A and 3B, in the epi-detection mode
of operation the fluorescence microscopy system 100 the
same objective lens, e.g., first objective 108, illuminates the
sample 114 and then detects the polarized fluorescence
emissions of those emission dipoles oriented along a plane
304 that is in non-parallel relation relative to the axis 300 of
first objective 108. In this arrangement, the second objective
110 is inactive when the first objective 108 illuminates the
sample 114 and detects the resulting polarized fluorescence
emissions. In alternating fashion, once the first objective 108
completes the sequence of illumination and detection, the
second objective 110 then illuminates the sample 114 and
then detects the polarized florescence emissions of those
excitation dipoles not oriented in parallel relation to the
second objective 110. In other words, the first objective 108
detects the polarized fluorescence emissions of those exci-
tation dipoles not detectable by the second objective 110 and
vice-versa.

In the orthogonal detection mode of operation shown in
FIG. 2B, a two-objective arrangement alternately illumi-
nates and detects the resulting polarized fluorescence emis-
sions along a plane perpendicular to the axis of the respec-
tive detection objective. Specifically, the first objective 108
illuminates the sample 114 and then a second objective 110
detects those excitation dipoles oriented along a plane that is
in non-parallel relation relative to the axis of the second
objective 110. In alternating fashion, the second objective
110 then illuminates the sample 114 and the first objective
108 detects those excitation dipoles oriented along a plane
that is in non-parallel relation relative to the axis of the first
objective 108. In this manner, the first and second objectives
108 and 110 are capable of detecting those excitation dipoles
oriented along axes that are not directly parallel to the axis
of the respective objective such that the first and second
objectives 108 and 110 are collectively capable of detecting
excitation dipoles aligned along any particular orientation.



US 11,680,903 B2

5

As shown in FIGS. 4A and 4B, in the orthogonal detection
mode of operation the fluorescence microscopy system 100
utilizes the two-objective arrangement discussed above to
alternately illuminate and detect the resulting fluorescence
emissions of those excitation dipoles oriented along a plane
that is in non-parallel relation relative to the axis of the
respective detection objective. Referring to FIG. 4A, in a
first sequence of operation the first objective 108 illuminates
the sample 114 along the axis 300 of the first objective 108
which generates fluorescence emissions emitted from the
sample 114. The second objective 110 then detects the
fluorescence emissions from those excitation dipoles ori-
ented along a plane that is in non-parallel relation relative to
the axis 302 of the second objective 110. Referring to FIG.
4B, in a second sequence of operation the second objective
110 illuminates the sample 114 along the axis 302 of the
second objective 110 which generates fluorescence emis-
sions emitted from the sample 114. The first objective 108
then detects the fluorescence emissions from those excita-
tion dipoles oriented along a plane that is in non-parallel
relation relative to the axis 300 of the first objective 108. The
alternating sequence of illumination and detection allow the
fluorescence microscopy system 100 to detect the fluores-
cence emissions emitted by the excitation dipoles despite the
orientation of each respective excitation dipole since the
excitation dipoles are oriented along a plane that is in
non-parallel relation relative to either the first objective 108
or the second objective 110.

In some embodiments, the processor 128 generates a
position and orientation for each excitation dipole based on
the images of the first fluorescence emission, second fluo-
rescence emission and third fluorescence emission detected
by the first objective 108, second objective 110 and third
objective 112, respectively. As such, the processor 128
generates an orientation distribution of the detected excita-
tion dipoles bound to one or more three-dimensional struc-
tures in at least a three-dimensional orientation.

In addition, the polarization state of the laser light beam
101 may be changed arbitrarily by the first polarization
optics 129, second polarization optics 130 and/or third
polarization optics 132. The detector 128 may collect images
of the first, second and/or third fluorescence emissions 105
for each polarization state.

In some embodiments, a beam splitter 106 is not required
and each of the first, second and third objective lenses 108,
110 and 112 may have a dedicated light source 101 that is not
necessarily independent of the other two light sources 102.
Testing

A prototype microscopy system was constructed so that
the method could be reduced to practice. The prototype
microscopy system included a diSPIM with asymmetric
objectives (1.1 NA, Nikon; 0.71 NA, Special Optics, cor-
responding to first and second objectives 110 and 108 shown
in FIG. 1) equipped with polarization optics to produce
polarized excitation through each objective. To demonstrate
the method, actin filaments were imaged that were immu-
nostained with Alexa Fluor 488 phalloidin. This label binds
strongly to actin filaments, producing a strongly polarized
fluorescence that depends on the relative orientation of the
bound filament and polarized excitation. Eight volumetric
stacks were obtained, first by exciting the sample with
polarized illumination introduced by 108 of varying orien-
tation (0°, 45°, 90°, and 135°, examples in FIG. 5, LEFT),
collecting fluorescence through 110; and then by repeating
this process with polarized illumination through 110 (also of
orientation 0°, 45° 90°; and 135°, collecting fluorescence
through 108).
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Next, a reconstruction was performed on a processor
utilizing an algorithm that predicts average orientation in
each voxel. The algorithm uses a model of the excitation and
radiation processes to predict the relationship between the
average dipole orientation and the intensities measured by
the instrument. To recover the average dipole orientation
from the measured intensities the object was expanded onto
spherical harmonic functions and solved the linearized
reconstruction problem in angular frequency space. As
shown in FIG. 5A, example raw data (Alexa Fluor Phalloi-
din labeling actin in fixed U20S cells) showing maximum
intensity projection images corresponding to imaging vol-
umes obtained with different polarizations of illumination
light (introduced through 0.71 NA objective lens (first
objective lens 108), and collected through a 1.1 NA objec-
tive lens (second objective lens 110). Orientation of the input
illumination is indicated in the inset to each image. This
data, plus an additional set of 4 volumes (excited with
different orientations through the second objective lens 110,
collected through the first objective lens 108, form the input
data to the reconstruction algorithm. FIG. 5B shows the
result of reconstruction. Example projection from data,
showing orientations (brown glyphs) inside each voxel. In
one aspect, the reconstruction allows us to derive orientation
from multi-view fluorescence images captured with different
orientations of the illumination.

It should be understood from the foregoing that, while
particular embodiments have been illustrated and described,
various modifications can be made thereto without departing
from the spirit and scope of the invention as will be apparent
to those skilled in the art. Such changes and modifications
are within the scope and teachings of this invention as
defined in the claims appended hereto.

The invention claimed is:

1. A fluorescence microscopy system comprising:

a light source for emitting a light beam;

a first polarization optics for converting the light beam
into a polarized light beam;

a beam splitter for splitting the polarized light beam into
a first polarized light beam and a second polarized light
beam;

a first objective oriented along a first axis such that the
first polarized light beam illuminates a sample along a
first angle to produce a first fluorescence emission;

a second objective oriented along a second axis such that

the second polarized light beam illuminates the sample

at a second angle that is not parallel relative to the first
angle to produce a second fluorescence emission,
wherein the first objective is oriented to detect the
second fluorescence emission and the second objective
is oriented to detect the first fluorescence emission; and

third objective lens oriented along a third axis at a

non-parallel relation relative to the first axis of the first

objective and the second axis of the second objective,
wherein the third detector detects a third fluorescence
emission from the sample.

2. The fluorescence microscopy system of claim 1, further
comprising: a first detector in communication with the first
objective for receiving images from the second fluorescence
emission; and a second detector in communication with the
second objective for receiving images from the first fluo-
rescence emission.

3. The fluorescence microscopy system of claim 2,
wherein the third objective is in communication with a third
detector for receiving images from the third fluorescence
emission.

o
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4. The fluorescence microscopy system of claim 3,
wherein the third detector is in communication with a
processor for receiving images of the third fluorescence
emission from the third objective.

5. The fluorescence microscopy system of claim 2,
wherein the first detector and the second detector are in
respective communication with a processor for receiving the
images of the second fluorescence emission from the first
objective and the first fluorescence emission from the second
objective.

6. The fluorescence microscopy system of claim 5,
wherein the processor generates an orientation distribution
of excitation dipoles bound to one or more three-dimen-
sional structures based on the first fluorescence emission and
second fluorescence emission detected by the first objective
and the second objective, respectively.

7. The fluorescence microscopy system of claim 1, further
comprising: a second polarization optics in association with
the first objective for further changing the polarization of the
first polarized light beam prior to illuminating the sample;
and second polarization optics in association with the second
objective for further changing the polarization of the second
polarized light beam prior to illuminating the sample.

8. The fluorescence microscopy system of claim 1,
wherein the first polarization optics comprise a wave plate,
a polarizer, and liquid crystals.

9. The fluorescence microscopy system of claim 1, further
comprising: a first dichroic mirror in communication with
the beam splitter for redirecting the first polarized light beam
to the first objective; and a second dichroic mirror in
communication with the beam splitter for redirecting the
second polarized light beam to the second objective.

10. The fluorescence microscopy system of claim 1,
wherein the first objective and the second objective illumi-
nate the sample with the first polarized light beam and the
second objective, respectively, in alternating sequence.

11. The fluorescence microscopy system of claim 1,
wherein the first objective and the second objective detect
the first and second fluorescence emissions, respectively, in
alternating sequence.

12. The fluorescence microscopy system of claim 1,
wherein the first fluorescence emission detected by the
second objective is oriented along a first plane that is in
non-parallel relation relative to the second axis of the second
objective and wherein the second fluorescence emission
detected by the first objective is oriented along a second
plane that is in non-parallel relation relative to the first axis
of the first objective.

13. A fluorescence microscopy system comprising:

a laser source for emitting a laser light beam;

a first polarization optics for converting the laser light

beam into a polarized light beam;

a beam splitter for splitting the polarized light beam into
a first polarized light beam and a second polarized light
beam;

a first objective oriented along a first axis such that the
first polarized light beam illuminates a sample along a
first angle to produce a first fluorescence emission from
a first plurality of excitation dipoles;

a second objective oriented along a second axis such that
the second polarized light beam illuminates the sample
at a second angle that is not parallel relative to the first
angle to produce a second fluorescence emission from
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a second plurality of excitation dipoles, wherein the
first objective is oriented to detect the first plurality of
excitation dipoles oriented at an angle perpendicular to
the first axis and the second objective is oriented to
detect the second plurality of excitation dipoles ori-
ented at an angle perpendicular to the second axis; and

a third objective lens oriented along a third axis at a

non-parallel relation relative to the first axis of the first
objective and the second axis of the second objective,
wherein the third detector detects a third fluorescence
emission from the sample.

14. The fluorescence microscopy system of claim 13,
wherein the first objective is oriented not to detect the first
plurality of excitation dipoles oriented at an angle parallel to
the first axis and the second objective is orientated not to
detect the second plurality of excitation dipoles oriented at
an angle parallel to the second axis.

15. The fluorescence microscopy system of claim 13,
wherein the first polarization optics comprise a wave plate,
a polarizer, and liquid crystals.

16. A method for determining the position and orientation
of excitation dipoles generated by fluorescence emissions
from a sample comprising:

generating a laser light beam; converting the laser light

beam into a polarized light beam;
splitting the polarized light beam into a first polarized
light beam and a second polarized light beam;

illuminating the sample through the first objective ori-
ented along a first angle to produce a first fluorescence
emission;

illuminating the sample through a second objective ori-

ented at a second angle that is not parallel relative to the
first angle to produce a second fluorescence emission,
detecting a first plurality of excitation dipoles in the
second fluorescence emission through the second
objective that is oriented along a plane in non-parallel
relation to the first axis and detecting a second plurality
of excitation dipoles in the first fluorescence emission
through the first objective that is oriented along a
second plane in non-parallel relation to the second axis;
and

illuminating the sample through a third objective lens

oriented along a third axis at a non-parallel relation
relative to the first axis of the first objective and the
second axis of the second objective, wherein the third
detector detects a third fluorescence emission from the
sample.

17. The method of claim 16, wherein a polarization state
of the laser light beam is changed arbitrarily.

18. The method of claim 17, further comprising: collect-
ing a series of images of the first and second fluorescence
emissions through one or more detectors for each polariza-
tion state.

19. The method of claim 17, further comprising: process-
ing the collected series of images of the first and second
fluorescence emissions to determine the position and orien-
tation of each of the first and second plurality of excitation
dipoles.

20. The method of claim 17, wherein a reconstruction
algorithm is applied when processing the collected series of
imagers of the first and second fluorescence emissions.
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