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Abstract:  The FDTD method was used to simulate focused Gaussian
beam propagation through multiple inhomogeneous biological cells. To our
knowledge this is the first three dimensional computational investigation of
a focused beam interacting with multiple biological cells using FDTD. A
parametric study was performed whereby three simulated cells were varied
by organelle density, nuclear type and arrangement of interna cellular
structure and the beam focus depth was varied within the cluster of cells. Of
the organelle types investigated, it appears that the cell nuclei are respon-
sible for the greatest scattering of the focused beam in the configurations
studied. Additional simulations to determine the optical scattering from
27 cells were also run and compared to the three cell case. No significant
degradation of two-photon lateral imaging resolution was predicted to occur
within the first 40 um of imaging depth.
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1. Introduction

Two photon fluorescence microscopy [1] has become one of the most widely used methods
for fluorescence imaging due to its ability to produce images with three dimensional resolution
in highly scattering samples. The two-photon technique additionally enjoys an inherent depth
resolution due to the dependence of the fluorescence excitation on the square of the intensity of
the incident beam [2]. Other imaging techniques such as confocal microscopy can achieve this
depth discrimination in other ways, but all suffer from limits on image resol ution and maximum
imaging depths arising primarily from scattering. From a fluorescence excitation standpoint,
scattering reduces the number of photons that reach the desired excitation volume. This results
in areduction of the intensity of the fluorescence emitted in the desired volume and can also
reduce the imaging resolution of the microscope. An advantage of two-photon fluorescence
over confocal techniques is that near-infrared excitation light is used, which penetrates deeper
into tissue due to reduced scattering.

There has been extensive work characterizing both the point spread function (PSF) of two-
photon imaging techniques and the two-photon fluorescence signals generated within the beam
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focal volume as a function of tissue scattering parameters [3-8]. Experimentally, it has been
found that the two-photon PSF remains relatively unaffected by increased numbers of scatterers
and that imaging resolution only seems to degrade in cases where the focal planeis at a depth
greater than 500 um [4,5,7]. Measured fluorescence signal, however, has been shown to depend
strongly on both the scattering properties of theimaging medium and depth of thefocal plane[5,
7,8].

In addition to experimental measurements, Monte Carlo models have been broadly used to
characterize two-photon imaging modalities [3, 5-8]. The Monte Carlo method uses a proba-
bilistic model to calculate the paths taken by alarge number of photonsin theimaging medium.
The trends in fluorescence signal predicted by the Monte Carlo models generally match those
found experimentally, but such models require a simplification of the problem by lumping the
various optical scatterers within atissue into bulk parameters, such as the absorbing and scatte-
ring coefficients. To our knowledge, a rigorous three-dimensional electromagnetic solution to
the problem of focused optical scattering from heterogeneous biological cells has not yet been
attempted.

The finite difference time domain (FDTD) method is athree-dimensional full vector compu-
tational solution to Maxwell’s curl equations [9]. While computationally costly, it is capable of
modeling objects with complex physical structure and varying dielectric properties. In the scat-
tered field formulation of FDTD [10] any incident electromagnetic field that can be formulated
analytically can be easily used as an excitation source. This allows the FDTD method to be
used to study the near-field scattering of afocused Gaussian beam by cells of arbitrary complex
structure.

Association of particular scattering effects to specific physiological characteristics of cells
has been difficult, chiefly because cells have complex structures with varying indices of refrac-
tion. In the case of far-field scattering of a plane wave by a single inhomogeneous cell, several
attempts have been made to study the scattering contributions of cellular fine structure using the
FDTD method [11-13]. Dunn and Richards-Kortum [11] found that organelles with diameters
ranging from 0.4 um to 1 um play a significant role in the far-field scattering from a single
cell, especially at angles greater than 90 degrees. Liu and Capjack [12] investigated the far-field
scattering differences between large and small organelles, the effect of the cellular membrane
and the role of cellular DNA content. FDTD simulations by Li et al. [14] resulted in far-field
scattering signatures that were sensitive to sub-wavelength features in the scattering medium.
Recently Subramanian et al. [15] found experimental evidence that sub-wavelength changes
in cellular structure could be detected by analyzing the far-field scattering pattern. It has been
concluded that it is possible to differentiate between cells with different fine structure using
their far-field scattering patterns.

Because two-photon imaging technique uses atightly focused beam, the previous plane wave
scattering investigations do not offer much direct insight into optical scattering that may occur
during two-photon image acquisition. A similar FDTD model with an incident focused beam
will aid in development of improved two-photon imaging methods. While such an investigation
has not previously been undertaken, the FDTD method has been used in avariety of simulations
utilizing a focused beam as an incident source. Such models have been used for investigating
the optical trapping force of a focused beam on small particles [16-18] as well as plasmonic
generation in nanometallic structures[19, 20].

2. Focused Beam FDTD Model

2.1. Scattered-Field Only Formulation

Developed by Yee [9], the FDTD method is a direct solution of Maxwell’s curl equations in
the time domain. Maxwell’s curl equations are discretized in space via the central differencing
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approach and in time by forward differencing. Thisresultsin six finite difference equations. one
for each component of the electric and magnetic fields. Using these equations in an alternating
fashion, the electric and magnetic fields are updated in aleapfrogging manner.

Because the incident field is not included in the FDTD update equations, it must be inserted
into the compute space via another method. To minimize memory used to store the field com-
ponents, we used a scattered-field only formulation [10]. The fields in the compute space are
split into incident and scattered field components and conductivity was assumed to be zero,
resulting in the following formulation:

V x Agar = eosrmz%f[cat +eo(er—1) ag'tnc )

The last term in Eq. (1) that depends on the incident field may be redefined as a current
source, and the resulting formulation looks identical to the original total-field Yee formulation.
At every time step, the incident field is computed at every grid point where & # 1. Because
the source term in Eq. (1) is nonzero only when the grid cell contains a scattering medium,
the incident field need not be computed for any grid cells containing the background medium.
Becausetheincident field is computed analytically and does not propagate viathe FDTD update
equations, it isimmune from any phase errors that may occur due to numerical dispersion often
associated with FDTD [10].

Because FDTD is by nature a near-field solution, an absorbing boundary condition (ABC)
must be applied to the grid edges to reduce reflection from the grid termination. we used the
perfectly matched layer (PML) ABC described by Berenger [21], which consists of adding an
additional layer of grid cells around the compute space in which each of the field components
is split into two other components. In addition, a conductivity term is added to the grid voxels
inthe PML layer that allows the layer to act as an absorber.

The split field equations allow the conductivity terms to be uniquely defined for each Carte-
sian direction and the conductivity and PML thickness may be changed to achieve a desired
reflectivity from the boundary. This allows a greater flexibility in defining absorbing conditions
when compared to other ABCs such as the Mur boundary [22]. These equations can be dis-
cretized in the same manner as the original Maxwell’s equations and the resulting 12 update
equations can easily beincorporated into the FDTD model. The PML ABC has been extensively
used in FDTD simulations involving optical scattering.

2.2. Focused Beam Formulation

The incident beam used in the simulation is a tightly focused Gaussian beam, which is used
to closely approximate the incidence conditions that may occur in two photon microscopy. A
monochromatic beam propagating in the +z direction at afree space wavelength of 800 nm was
simulated. The beam waist radius was set to be one wavelength, corresponding to a numerical
aperture of 0.5. We note that the focused beam was treated as a continuous wave source. We
did not model the temporal properties of the pulsed source, as described in Eq. 4.

While a number of focused beam formulations for use in FDTD models exist [23-25], a
formulation devel oped by Barton and Alexander [25] for afifth-order corrected Gaussian beam
was used in each simulation. This formulation was chosen due to its simplicity, accuracy, and
ease of insertion into the model using the scattered-field only method. The equationsin Ref. [25]
begin by defining aparaxial Gaussian beam that islinearly polarized in the x direction. Because
the paraxial beam does not exactly satisfy Maxwell’s equations, additional terms are required
in the formulation to reach an acceptably low error level, especially as the beam focal waist is
reduced to one wavelength or smaller. These terms add small corrective field components in
both the y and z directions. For a beam waist size of one wavelength (1), the average percent
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error over al grid locations as calculated in Ref. [25] is approximately 0.01% with a maximum
error of less than 1%.

2.3. Cédl Configuration and Optical Properties

A three dimensional FDTD code used in aprevious study [11] was modified to compute focused
beam propagation through regions with complex geometries consisting of cellular components
with different refractive indices. An example three cell configuration with each cell contain-
ing multiple organelles and a heterogeneous nucleus is shown in Fig. 1. The background is
matched to that of cytoplasm (n = 1.36 [26]) for more accurate modeling of scattering by cells
embedded in tissue. The cellular components with higher refractive indices are shown in lighter
colors. The dotted outlines show the approximate boundaries of each cuboidal cell. The refrac-
tive index values used for the nuclei and mitochondria were n = 1.40 [26] and n = 1.38 [27]
respectively. The cuboidal cells shown in Figs. 1 and 2 have major diameters of 15 um and
minor diameters of 13 um. The major and minor diameters of the ellipsoidal nuclei are 6 um
and 5 um respectively. The organelles are divided evenly by volume into two groups: one ellip-
soidal group with major and minor diametersof 1.5 umand 0.5 um and another spherical group
with diameters of 0.5 um. The location and orientation of cellular components are chosen via
random number generation. The seed for the random number generator can be fixed to allow
a particular geometry to be repeated, or it may be changed to allow for original configurations
and to test for sensitivity of results to particular cellular configurations.

Fig. 1. Example Slice of 3D 3 Cell Geometry used in FDTD Model. Axes are in microns.
Vertical dotted lines represent focal depths in parametric study.

When included, inhomogeneities within the nucleus (not shown in Fig. 1) consist of ran-
domly placed overlapping spheres of 1 um diameter. The refractive indices of each sphere are
randomly assigned and vary from n, — An to n, + An where n, = 1.4 [26] is the average re-
fractive index of the nucleus and An is the maximum variation of the refractive index of the
inhomogeneities. In all cases An was chosen to be 0.03.

2.4. Smulation Parameters

In order to maintain numerical stability and accuracy using the FDTD method, agrid voxel size
of roughly A /20, where A is the shortest wavelength within the scattering medium, istypically
used. This means that in order to simulate the optical scattering by a 15 um biological cell at
a wavelength of 588 nm (800 nm light propagating in a n = 1.36 medium) a problem of one-
dimensional size N = 560 is required. Such a problem would require over 4 GB of memory and
roughly 70 processor-hours using the focused beam FDTD code. The three cell simulations re-
quire roughly three times the memory and about 500 processor-hours each. Fortunately, FDTD
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Fig. 2. Three dimensional representation of 3 Cell Geometry used in FDTD Model.

is easily paralelized using the MPI library and can then be run on any number of high per-
formance computing (HPC) systems, such as those at the Texas Advanced Computing Center
(TACC) or the Army Research Laboratory Major Shared Resources Center. As an example, a
three cell problem can be parallelized over 128 processors and run to completion in about four
hours using our program.

Because the source has a turn on time at the first time step, the simulation must be run
until the steady state values of the fields are attained. Typically, this requires 3 to 4 times the
number of time steps it would take for a signal to propagate from one end of the grid space
to another [28]. This results in the computational requirements for FDTD simulations scaling
roughly as N4, with N as the one dimensional size of the problem grid. Once steady state
is reached, the code calculates and records the steady-state optical intensity values along the
x=0andy= 0 planar dlices of the 3D space. Additionally, the 3D optical intensity within the
focal volumeis recorded for accurate calculation of relative two-photon signal strengths.

3. Simulations and Results

3.1. Focused Beam Analysis

Planar slices of the steady-state three dimensional optical intensity in the problem space are
shown in Fig. 3. The cells in each plot contain a homogeneous nucleus and have 6% organelle
density by volume. Fig. 3(a) shows the unscattered incident intensity in the case of afocal depth
of approximately 42 um. Fig. 3(b) shows the total optical intensity for the same incident field.
The scattering effect of the cellsis evident in the shape of the beam focus and in the increased
off-axis signal level in the focal plane. Fig. 3(c) showsthe total optical intensity for the case of
an incident beam with afocal depth of 22 um.

To determine the effects of the subcellular components on the PSF, multiple three-cell simu-
lations were run using different cellular configurations. The steady-state optical intensities, ex-
amples of which are shown in Fig. 3, were recorded and compared to determine trends in PSF
size and two-photon fluorescence excitation. It was also necessary to define metrics for com-
paring the Gaussian beams for each simulation. The full width half max (FWHM) beamwidths
of the squared optical intensity along both the axial and radial directions were compared to
those of the incident beam to determine any possible scattering effects on two-photon imaging
resolution.

In postprocessing, the axial and lateral profiles of the recorded steady-state Gaussian beam
were first fitted to a Gaussian curve of the form seen in Eq. (2). Sample axial and radial beam
profiles are shown in Fig. 4(a) and Fig. 4(b), respectively. Note in Fig. 4(a) that the axial profile
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Fig. 3. Examples of recorded steady-state optical intensity data (log(l) shown). (&) Incident
optical intensity data. Focal depth of 42 um. (b) Total optica intensity data for incident
casein (a). (c) Total optical intensity data for incident focal depth of 22 um

of the focused beam may vary greatly in half-power beamwidth even when the focal depth is
moved by only 10 um. In Fig. 4(b), it is seen that the radial half-power beamwidth does not
not significantly change with focal depth. Increased scattering with depth is seen, however,
in the increased optical intensity in the lateral sidelobes of the focused beam. If this trend is
extrapolated to greater imaging depths, it is apparent that there will be some maximum imaging
depth beyond which this scattered off-axis light will degrade the PSF beyond recovery.

_ =)
Ae 20?2 2
The FWHM was then defined by Eq. (3).
FWHM = 20+/2In(2) 3)

where ¢ istaken from Eq. (2). In addition, the recorded steady-state three dimensional optical
intensity within the focal volume was used to determine the relative strengths of two-photon
fluorescence excitation. The two-photon excitation signal is given by [8]:

o= [ 1PV~ [ 17V~ P T T a0 @
\ Vtoc i J k e
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Fig. 4. Beam profiles along axial and radial directions. Includes profiles of data in
Figs. 3band 3c

We note again that we are only considering the spatial component of the two-photon excita-
tion signal. We are assuming that the temporal dependence of the two-photon excitation signal
remains constant with depth. While the two-photon excitation is strictly defined as an integra-
tion of the squared optical intensity (1) over the entire imaged volume, the majority of the
two-photon fluorescence will arise from within the beam focal volume. As seen in Eg. (3), the
two-photon excitation can therefore be approximated as that excitation that occurs within the
focal volume. In this case, the boundaries of the focal volume were defined by the FWHM, as
determined in Eg. (3). As seen in the rightmost part of Eq. (4), the intensity within the focal
volume was squared, integrated via rectangular quadrature in three dimensions and compared
to that of the incident beam to give an indication of the degradation of the induced two-photon
fluorescence signal due to scattering.

3.2. Parametric Sudy

A parametric study was conducted using variations of the multicell geometry seen in Fig. 1.
The dotted lines in the figure mark the four focal planes that were used in the study, corre-
sponding to approximate imaging depths of 12, 22, 32 and 42 um respectively, moving from
left to right. For each focal depth, the density of the smaller organelles in each cell was var-
ied between 0% and 10% by volume in 2% increments. The organelle types were distributed
evenly by volume between the ellipsoidal scatterers representing mitochondria and the spher-
ical scatterers that represent other organelles such as lysosomes. In addition, the nuclei of the
three cellswere changed to be either ahomogeneous ellipsoid of refractive index of 1.40 or that
of the cytoplasm background. This latter refractive index of 1.36 effectively represents the no
nucleus case. Placement of the subcellular componentsin each cell is done viarandom number
generation, but they are constrained to be entirely within each cuboudal cell volume. To inves-
tigate the sensitivity of the scattering results to cellular internal configuration, the parametric
study was conducted on two different 3-cell geometries, each of which was generated using a
different starting random number seed. The total number of simulations initially run was 144,
Each three cell simulation required approximately 500 processor-hours.
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Fig. 5. Fluorescence excitation signals for case of cells containing only small organelles
and no nucleus.

3.3. Effectsof Increasing Focal Depth

It is well-established that two-photon imaging has an in-vivo depth limit of between 300 um
and 1000 um, depending on a number of factors including tissue type [29]. It is apparent,
therefore, that an accurate numerical model of light-tissue interaction should show a loss of
two-photon excitation within the focal volume as the depth of the focal plane isincreased. In
the cases where the cells have no nuclei, this effect is observed as an exponential decrease in
two-photon fluorescence excitation over the four increasing focal depths (see Fig. 5(a)).

Fitting the curvesin Fig. 5(a) to asimple single scattering attenuation curve of Ae~2#s? yields
scattering coefficients of 3.41 mm~1, 6.56 mm*, 9.99 mm1, 13.31 mm! and 16.39 mm?!
for organelle volume densities of 2%, 4%, 6%, 8% and 10% respectively. The values were
consistent when the placement of the organelles within the cells was varied. These scattering
coefficients are also consistent with those reported for dermis or epidermis[30].

3.4. Effectsof Volume Organelle Density

In previous numerical studies of light scattering by single inhomogeneous cells it was found
that, as expected, small organelles are responsible for a large portion of the large angle far-
field scattering [11, 12, 31]. In the focused beam case, this near-isotropic scattering from the
smaller organelles was found to cause the predicted two-photon excitation signal to decrease
as the volume fraction of organellesin each cell was increased, regardless of focal depth. Intu-
itively, this decrease in excitation signal with increasing organelle density should become more
pronounced as the focal depth is increased, owing to the beam needing to pass through more
scattering medium before arriving at the focal plane. This trend is seen in the results seen in
Fig. 5(b), which show the predicted two-photon excitation signal as a function of organelle
density at each optical depth.

3.5. Effectsof Cell Configuration

In the parametric casesinvolving cells with nuclei, alensing effect was observed in simulations
which placed the focal volume behind or nearly behind the nucleus of a cell. This effect is
illustrated in Figs. 3(b) and (c). While this effect was slightly more pronounced in the case of
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Fig. 6. Fluorescence excitation signals for case of cells containing a nucleus and small
organelles.

homogeneous nuclei, it remained noticeable even in the case of heterogeneous nuclei as well.
The effects of including homogeneous nuclel in the cells are shown in Figs. 6(a) and 6(b). This
lensing caused some of the observed trends in two-photon excitation strength to deviate from
the results seen in Figs. 5(a) and 5(b). Notably, the nearly linear downward trend in fluores-
cence excitation within the focal volume seen in Fig. 5(a) is seen at shallow imaging depthsin
Fig. 6(a), while at greater depths there appears to be an asymptotic trend in the strength of the
excitation signal versus focal depth. This suggests that the ellipsoidal nuclel may be acting asa
lensand causing aslight recovery of the beam focus at imaging depths greater than 35 um. This
trend may be due to the placement of the nuclel with respect to the axis of the incident beam.
When the simulation was re-run using different random number seeds for nuclear placement,
it was found that the effect was sensitive to the location of internal cellular structure, particu-
larly as the focal depth was increased. At afocal depth of 22 um, the fluorescence excitation
signal could vary as much as 6% depending on cellular structure. At a depth of 42 um, the
maximum variation increased to 23%. From Fig. 1, it may be inferred that the greater variation
at this depth could be due to the nearness of that focal depth to the center of the deepest cell.
In certain configurations, this could put the focal plane immediately behind the nucleus of the
deepest cell, causing a sharp focusing in these cases and leading to a larger fluctuation in the
fluorescence excitation signals from this depth. Thislensing effect persisted in the case of cells
containing heterogeneous nuclel as well as the homogeneous nuclei case.

In addition, the downward trend in fluorescence signal versus organelle density seen in the
no-nucleus case in Fig. 5(b) is drastically reduced by the addition of the homogeneous nuclei.
Fig. 6(b) shows that when nuclei are present, the organelle density has relatively little effect
on the predicted fluorescence excitation signal when compared their effect when no nuclei are
present. This suggests that in this configuration the scattering effects of the nuclei on the two-
photon fluorescence signal generated within the focal volume are much greater than those of
the organelles.

3.6. Point Spread Function Sze

The sizes of the PSF were compared across differing focal depths and varying organelle den-
sities to asses any degradation of spatial resolution. It was found that while there are dlight
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variations of PSF size with increasing depth and organelle density, these variations are typi-
caly less than 5% from the incident beam. In some cases the PSF size is actually reduced,
improving the theoretical two-photon resolution. Fig. 7(a) shows that the radia resolution of
the PSF seems to dlightly improve with increasing focal depth, while there is no noticeable
trend in PSF size with respect to changesin cell organelle density in Fig. 7(b).
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Fig. 7. Radial FWHM for case of cells containing only small organelles and no nucleus.
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Fig. 8. Radial FWHM for case of cells containing a nucleus and small organelles.

When a homogeneous nucleus is added to each cell, the downward trend in radial PSF width
versus focal depth becomes much more pronounced. The drop in PSF size seen in Fig. 8(a)
could partially be attributed to the lensing effect of the cell nuclei, particularly at the greatest
focal depth. In addition, energy that may just have reached the outer edge of the focal volumein
the no-nuclei case could have been scattered further from the focal volume in the homogeneous
nuclei case. This increased scattering could then lead to a further reduced PSF size. Fig. 8(b)
again shows that PSF size is largely independent of organelle concentration except perhaps for
the greatest focal depth case.
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Fig. 9. Three dimensional views of scattering geometry for 3 cell and 27 cell cases

3.7. Increasing Number of Cells

Due to computational constraints, the number of cells used in the parametric simulations was
kept at three and they were arranged along the z-axis to give the greatest variation in simulated
focal depth. However, this configuration seen in Fig. 9(a) does not exactly match what would
be encountered by abeam incident on atissue. Especially in the case of adeeply focused beam,
many spatial frequency components of the beam would be affected by cells that are adjacent
in the x-y plane to those seen in the simulation. To investigate whether these missing cells
would have asignificant impact on the resultsin the study, two additional simulationswere run,
each with 27 cells arranged in a cube with three cells on each side, as seen in Fig. 9(b). To our
knowledge, thisisthefirst such three-dimensional large-scale investigation of optical scattering
by multiple heterogeneous biological cells. The one-dimensional size of each 27 cell smulation
isN = 1750, resulting in an approximate memory requirement of 130 GB and a computational
requirement of about 5300 processor-hours. The cube of cellsis centered on the z-axis and the
three cells aong that axis are in the exact configuration as those using one of the random seeds
in the parametric study. Thisallowsamore direct comparison to be made between the three cell
and 27 cell cases. A cell organelle density of 6% by volume was chosen and the beam focus
was placed at depths of both 12 um and 42 um, corresponding to the shallowest and deepest
of thefocal planes shown in Fig. 1.

Two-dimensional glices of the steady-state optical intensity data for both the 3 cell and 27
cell cases are shown in Fig. 10. The black dotted box in Fig. 10(b) shows the location of the 3
cell configuration within the 27 cell cube. Figs. 11(a) and 11(b) show those same planar inten-
sity slicesin the context of the three-dimensional scattering geometry. A similar analysis of this
intensity data was used to determine axial and lateral beam profiles for each case. As might be
expected, Figs. 12(a) and 12(b) show that at afocal depth of 12 um the axial and radial beam
profiles are nearly identical, suggesting that off-axis scatterers do not play a significant role
in determining focal characteristics for shallow imaging depths. As may also be expected, at
deeper focal depthsthe off-axis cells have alarger rolein scattering the incident light. The three
cell caseresulted in radial PSF beamwidths of 107.1% and 72.6% of the incident width, respec-
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Fig. 10. Examples of recorded steady-state optical intensity data (log(l) shown). (8) Total
optical intensity data for 3 cell case. (b) Total optical intensity data for 27 cell case
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Fig. 11. Three dimensional views of geometry for 3 cell and 27 cell cases with optical
intensity data

tively, for the 12 um and 42 um focal depths. The 27 cell case resulted in radial beamwidths
of 107.1% and 66.0% of the incident width, showing good agreement with the three cell case
and suggesting that additional scattering by off-axis cells does not cause an appreciable degra-
dation in the size of the two-photon imaging PSF as seen in Fig. 12(b). Thisis consistant with
reported measurements of two photon PSF trends with depth which state that radial PSF width
is not noticably increased by scattering within the imaging medium within the first 100 um of
imaging depth [4, 5].
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Fig. 12. Beam profilesfor 12 um and 42 um focal depthsin the case of 3 cellsand 27 cells

In the three cell case, the predicted two-photon excitation signals for focal depths of 12 um
and 42 um were 71.6% and 18.0% of the incident signal, respectively. Those same signals
in the 27 cell case were 71.6% and 9.8%., suggesting that off-axis scatterers contribute to the
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reduction of two-photon excitation signal in the focal volume. This is again consistant with
reported measurements of two-photon fluorescence signal versus depth [5].

These results are also consistent with the probabilistic model of photon scattering, sinceitis
assumed that only ballistic photons will arrive in the focal volume while scattered photons will
typically be deflected at an angle large enough to miss the focal volume entirely [5]. This will
result in the two-photon PSF remaining relatively unchanged in size, while the fluorescence
signa generated within the focal volume will decrease with depth or due to any increase in
scattering.

4, Conclusion

The FDTD method has been applied to focused Gaussian optical scattering from multiple het-
erogeneous cells. To our knowledge this is the first three dimensional computational investi-
gation of a focused beam interacting with multiple biological cellsusing FDTD. A parametric
study was performed whereby the simulated cells were varied by organelle density, nuclear type
and arrangement of internal cellular structure and the beam focus depth was varied within the
cluster of cells. Results showed that scattering is responsible for a reduction of two-photon ex-
citation signal due to reduced optical intensity within the focal volume. Of the organelle types
investigated, it appears that the cell nuclei are responsible for the greatest scattering of the fo-
cused beam in the configurations studied. No significant degradation of two-photon imaging
resolution was observed to occur within the first 40 um of imaging depth. The results also
demonstrate the need for an accurate method to measure the refractive indices of subcellular
components to facilitate more accurate modeling results.
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