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Abstract
Standing wave (SW) microscopy is a method that uses an interference pattern
to excite fluorescence from labelled cellular structures and produces high-
resolution images of three-dimensional objects in a two-dimensional dataset.
SW microscopy is performed with high-magnification, high-numerical aperture
objective lenses, andwhile this results in high-resolution images, the field of view
is very small. Here we report upscaling of this interference imagingmethod from
themicroscale to themesoscale using theMesolens, which has the unusual com-
bination of a low-magnification and high-numerical aperture.With this method,
we produce SW imageswithin a field of view of 4.4mm× 3.0mm that can readily
accommodate over 16,000 cells in a single dataset. We demonstrate the method
using both single-wavelength excitation and the multi-wavelength SW method
TartanSW. We show application of the method for imaging of fixed and living
cells specimens, with the first application of SW imaging to study cells under
flow conditions.
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1 INTRODUCTION

Standing wave (SW) microscopy uses axially structured
illumination to produce a high-resolution topographical
map of cellular structures.1 The excitation field is gen-
erated by two beams from an individual or different
optical sources, which interfere and form a SW, creat-
ing a sinusoidal excitation pattern in the axial direction.

This is an open access article under the terms of the Creative Commons Attribution License, which permits use, distribution and reproduction in any medium, provided the
original work is properly cited.
© 2023 The Authors. Journal of Microscopy published by John Wiley & Sons Ltd on behalf of Royal Microscopical Society.

Only fluorescent molecules that coincide with the antin-
odal plane maxima of the SW will be excited and emit
fluorescence.1
Equidistant planes of illumination are generated within

the fluorescently labelled specimen that are perpendicular
to the optical axis and are separated by

𝜆∕2𝑛, (1)
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2 FOYLAN et al.

where 𝜆 is the wavelength of excitation/emission light and
𝑛 is the refractive index of the medium in which the light
is propagating. The individual antinodal planes are

𝜆∕4𝑛 (2)

thick at the full-width at half maximum (FWHM). This
FWHM value of antinodal plane thickness is commonly
used as the definition of the axial resolution in SW
imaging.1 There is a caveat to this theoretical model. The
standing wave interference pattern, which results from the
illumination light will not be visible to the observer with
appropriate fluorescence emission filters in place. Instead,
only the fluorescence emission standing wave is detected,
which has been previously demonstrated as occurring at
different axial positions to the excitation standing wave
due to the Stoke’s shift in fluorescence.2 All measure-
ments quoted in this work relate those arising from the
fluorescence emission pattern.
SW microscopy has been used previously to study

structures including cell topography and the actin
cytoskeleton.1,2 Both single-wavelength and, more
recently, multi-wavelength SW microscopy (TartanSW)
have been reported, with axial sampling densities of 50%–
98%, respectively.3 As with conventional cell imaging,
high-magnification, high-numerical aperture lenses are
normally used for SW microscopy. Such lenses provide a
field of view (FOV) on the order of a few tens of microme-
tre in diameter, which limits the number of cells that can
be observed in a single image. As described above, the
axial superresolution in SW microscopy is independent
of numerical aperture (NA), but the lateral resolution,
r, of the widefield image follows the standard Rayleigh
resolution criterion.4

𝑟 = 0.61𝜆∕NA. (3)

Ideally, an imaging lens with a high-numerical aperture
and a low magnification is required for SW microscopy
to visualise large cell populations. Large data sets are
needed to accurately visualise and analyse cell population
heterogeneity and detect rare abnormalities in large cell
populations.5
The Mesolens6 is a complex objective with a magni-

fication of 4× and an NA of 0.47. This gives a large
improvement in image information content compared
with commercial objective lenses. TheMesolens is flat field
corrected over a 5.5 mm FOV, and is chromatically cor-
rected across the visible spectral range.We have previously
reported the Mesolens as the imaging objective in con-
focal microscopy,6,7 but it is time-consuming to acquire
three-dimensional image data with point-scanning illumi-

nation. For example, confocal imaging with the Mesolens
within a reduced FOV to study a 4.4 mm × 3 mm × 20 µm
thick specimen at Nyquist sampling (4 pixels/µm in xy,
and 10 images in z) with a pixel dwell time of 1 µs and a
frame average of two takes 1.17 h.6 The time for acquisi-
tion of this volume with commercial setups that employ
stitching and tiling methods at the same resolution is sim-
ilarly long. Light-sheet mesoscopy has reduced the overall
acquisition time considerably, although this requires a
complex optical arrangement and thus far has only been
demonstrated for a single excitation wavelength.8 Multi-
colour, two-dimensional imaging with the Mesolens has
been demonstrated with a sensor-shifting camera, pro-
ducing Nyquist sampled images in under 15 s.9 Colour
brightfield andwidefield epi-fluorescencemesoscale imag-
ing of blood films and large biofilms have been reported
but, as with conventional microscopy, these methods are
best suited for optical imaging of thin specimens, and they
provide only two-dimensional information about the cellu-
lar structure.10,11 Macroscale fluorescence lifetime studies
have shown FOVs on the order of an 18 mm diameter, for
the study of NAD(P)H expressing tumours and lumines-
cence imaging. However, while the FOV in both cases is
certainly impressive, these methods lack the subcellular
lateral spatial resolution of the Mesolens and require slow
confocal acquisition to achieve optical sectioning.12,13
Here, we show how combining the Mesolens with

the SW illumination method enables high-resolution
mesoscale SW imaging of large cell populations in both
fixed and live specimens. We report multi-wavelength SW
imaging of fixed fibroblast cells, and single-wavelength
SW imaging of more than 16,000 red blood cells in a sin-
gle image that was acquired in under 15 s. Such cells
continuously experience multiple types of mechanical
forces including shear stress in the circulatory system, and
these forces can influence regeneration.14 We therefore
also explore the application of SW mesoscopy to moni-
tor cell behaviour under flow conditions. Using the SW
method, we show that it is possible to obtain multiplane
illumination at the mesoscale and hence visualise the
three-dimensional contours of cell structures from large
numbers of cells in a single dataset.

2 METHOD

2.1 Nonbiological test specimen
preparation

An uncoated silica plano-convex lens with a focal length of
f= 400mm (400 PQ 25, Comar Optics, Haverhill, UK) was
prepared as described previously,2 using a 10 µM solution
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FOYLAN et al. 3

of DiO (3,3’-Dioctadecyloxacarbocyanine Perchlorate)
(D275, Thermo Fisher, Paisley, UK) instead of Atto 532
NHS-ester. The lens was placed with the curved surface
in contact with a first surface reflector (TFA-20C03-10,
Laser 2000, Huntingdon, UK). We chose this mirror for
its high flatness (λ/10) and the absence of a protective
coating, which we previously found to be problematic
for SW microscopy.3 This specimen was imaged with
no fluid mountant, that is, in air, to ensure that the lens
was positioned with the planar surface orthogonal to the
optical axis of the Mesolens.

2.2 Biological specimen preparation

2.2.1 Fibroblast cells

Fibroblast cells (3T3-L1, CL-173) were grown in vented
capped tissue culture flasks containing DMEM (Gibco
10567-014, Thermo Fisher, Paisley, UK) supplementedwith
10% FBS (Labtech, Heathfield, UK) and 1% penicillin
streptomycin (Gibco, Thermo Fisher, Paisley, UK) and 1%
L-glutamine (Thermo Fisher, Paisley, UK) and were incu-
bated at a temperature of 37◦C in a 5% CO2 humidified
cell incubator (Heracell VIOSCO2, ThermoFisher, Paisley,
UK).
The same types of mirrors used to image the lens spec-

imen were prepared with a 1:500 dilution of fibronectin
bovine plasma (F1171-2MG, Sigma Aldrich, UK). Mirrors
were placed in 6-well plates with the reflective surface fac-
ing the open side of the well. Cells were seeded at the
desired density and incubated for 24 h at 37◦C/ 5% CO2 to
promote adherence to the coated mirror and then rinsed
once with an appropriate buffer before staining.
For staining with fluorescein phalloidin (F432, Thermo

Fisher, Paisley, UK), cells were rinsed twice with PBS (1×
PBS, 5 min) and then fixed in 4% PFA (paraformalde-
hyde, Sigma Aldrich, Dorset, UK) for 10 min. This was
followed by rinsing three times in PBS (1× PBS, 5min), and
then blocking with 1% BSA in PBS for 30 min. Cells were
then incubated for 20 min under light-tight conditions
in fluorescein phalloidin diluted 1:2000 in 1% BSA/PBS
buffer before being washed twice (1× PBS, 30 s) and
stored in PBS at 4◦C until imaged. Prior to imaging, a
70 mm × 70 mm type 1.5 coverslip (0107999098, Marien-
feld, Lauda-Koenigshofen, Germany) was placed on top
of the cell specimen. This unusually large coverslip was
required to support a 25 mm diameter layer of water that
extended from the coverslip to the front element of the
Mesolens. At a height of approximately 3 mm, this layer
of water was slightly thinner than the 3.1 mmworking dis-
tance of the Mesolens and was held in place with surface
tension.

F IGURE 1 Experimental setup for standing wave mesoscopy.
(A) The ray diagram for the LED illumination is shown in blue, with
the ray diagram showing fluorescence emission in green. (B)
Schematic view of a mammalian cell specimen attached to the
aluminised surface of the mirror showing the antinodal planes of
high intensity (dotted lines). The spacing of the antinodal planes is
not shown to scale.

2.2.2 Live red blood cells

Human erythrocytes were collected through a needle
puncture from the fingertip, yielding around 0.5 mL blood.
A working solution of 5 µg/mL of FM 4–64 (T13320,
Thermo Fisher, Paisley, UK) in water was prepared and
kept at room temperature. An Eppendorf tube containing
the red blood cells sample was kept at room temperature,
and 100 µL of the staining solution was added. After 1 min,
either 10 µL or 50 µL of the stained cell suspension was
added directly to the same mirrors used to image the lens
specimen and fibroblasts. The low-volume cell suspension
was used to create a specimen in which cells were almost
all in contact with the mirror, while the high-volume sus-
pension was used to image cells in a flow environment.
This was required because, to our knowledge, there are
no flow chambers of a size suitable for imaging with the
Mesolens that incorporate the first surface reflector needed
for SW imaging. Themirror prepared with the low-volume
cell suspension was allowed to settle for 2 min at room
temperature, while the specimen prepared with the high-
volume cell suspension was imaged immediately, with no
time for the cells to settle on the mirror. In both cases a
70 mm × 70 mm type 1.5 coverslip (0107999098, Marien-
feld, Lauda-Koenigshofen, Germany) was placed on top of
the cell specimen.

2.3 Mesoscale imaging

A diagram of the SW mesoscopy imaging setup is
shown in Figure 1. The Mesolens was used in wide-
field epi-illumination mode with a high-brightness multi-
wavelength light emitting diode (LED) illuminator (pE-

 13652818, 0, D
ow

nloaded from
 https://onlinelibrary.w

iley.com
/doi/10.1111/jm

i.13189 by N
H

S E
ducation for Scotland N

E
S, E

dinburgh C
entral O

ffice, W
iley O

nline L
ibrary on [22/05/2023]. See the T

erm
s and C

onditions (https://onlinelibrary.w
iley.com

/term
s-and-conditions) on W

iley O
nline L

ibrary for rules of use; O
A

 articles are governed by the applicable C
reative C

om
m

ons L
icense



4 FOYLAN et al.

4000, CoolLED, Andover, UK) to sequentially deliver light
with wavelengths of 385 ± 15 nm, 430 ± 20 nm and 490
± 20 nm to the specimen plane. The resulting fluorescent
emission from a specimen was propagated through multi-
bandpass (Pinkel-type)15 chromatic reflector and barrier
filters. The Pinkel design was used so that fluorescence of
different excitation and emission spectral ranges could be
recorded sequentially without the image movement pro-
duced by conventional replaceable filters. We used these
to detect fluorescence emission at 417 ± 10 nm, 460 nm ±

10 nm, 525 nm ± 25 nm and 635 ± 20 nm.15 As we have
shown previously, it is unnecessary to use a light source
with a long coherence length for SWmicroscopy, and light
emitting diodes are suitable for this purpose.16
Single-wavelength SW images of the lens specimenwere

acquired with 490 ± 20 nm excitation with 18.3 mW
average power at the specimen plane, with a 1000 ms cam-
era exposure and gain of 50×. TartanSW images of the
fibroblast cells were obtained using sequential wavelength
excitation from all three LEDs: 385 ± 15 nm with an aver-
age irradiance of 1.14 kW/m2, 430± 20 nmwith an average
irradiance of 234 W/m2, and 490 ± 20 nm with an average
irradiance of 371 W/m2, with all power values measured at
the specimen plane. For context, these values are compara-
ble or lower than the typical solar irradiance at the Earth’s
surface, which is approximately 1.4 kW/m2.17 As such,
the LED utilised provides gentle illumination for imag-
ing of cell specimens. Furthermore, widefield uses a much
lower irradiance illumination than point-scanning confo-
cal imaging, with a longer integration time to compensate
for the acquisition of the fluorescence signal.18
The exposure time was longest for the shortest wave-

length at 5000 ms, and this was decreased to 800 ms at
430 ± 20 nm, and 200 ms for the longest wavelength of
illumination. The camera gain was set to 80× for imag-
ing at 385 nm, and this was decreased to 40× for imaging
with both 430 ± 20 nm and 490 ± 20 nm. Images from the
three different channels were saved individually for analy-
sis and processing. Images of red blood cell specimenswere
acquired with 490 ± 20 nm excitation at 20% LED power
from the illuminator with a 100 ms camera exposure, and
a gain of 40×. Time-lapse recording of the red blood cell
specimens was also performed, with 10 images acquired
from the high-volume cell suspension preparations, and
30 images acquired from the low-volume cell suspensions
using a 30 s time interval between recordings.
To capture the large, high-resolution images produced

by the Mesolens, we used a chip-shifting camera sen-
sor (VNP-29MC; Vieworks, Anyang, Republic of Korea),
which records images by shifting a 29-megapixel CCD chip
in a 3 × 3 array.9 In this mode, the sampling rate was 4.46
pixels/µm, corresponding to a 224 nm pixel size, satisfying
the Nyquist sampling criterion. The minimum frame time

of the Vieworks camera was 200ms resulting in an acqui-
sition time for one full FOV image with 9× pixel shift of
1800 ms, excluding the time needed to transfer the image
data from the camera to the PC which usually took on the
order of 10 s. Therefore, in practice, the acquisition of one
image took 12−15 s. For three-colour imaging of the fibrob-
lasts, false-colour merging of each channel (260 Megapix-
els, 506 MB for each image) took approximately 5 s.
The fibroblast cell specimensweremounted in PBS (n =

1.34) for imaging. All specimens were imaged with water
immersion, with the correction collars of the Mesolens set
to minimise spherical aberration.

2.4 Image processing

The SW images of the plano-convex lens specimen were
contrast adjusted using the Contrast LimitedAdaptiveHis-
togram Equalization (CLAHE)19 function in FIJI20 with
the default parameters (blocksize = 127, histogram bins
= 256, maximum slope = 3.00). For further analysis in
MATLAB, images were cropped, centred on the zeroth
order standing wave antinode at the apex of the con-
vex lens surface, and saved for further processing. The
sequentially acquired images of each specimen for the dif-
ferent excitation wavelengths were contrast adjusted using
the ‘Auto’ Brightness/Contrast function in FIJI.20 To per-
form TartanSWmesoscopy, images were merged using the
pseudo-colours red, green and blue, with false colour red
being used for the longest excitation wavelength and false
colour blue for the shortest excitation wavelength of the
imaging experiment.
To correct for inhomogeneous illumination across the

FOV caused by the beam profile of the LED, each image
was processed with a flatfield correction using SciPy.21
Here, the background was assumed to be its Gaussian fil-
tered image (𝜎 = 200) and the image was divided by this
background image. A normalisation was performed to the
5th and 99.8th percentile of the image, including clipping
of all pixel intensity values outside of the range of 0–1.

2.5 Image analysis

2.5.1 Lens specimen

The SW images of the plano-convex lens specimens
were analysed to confirm whether antinodal FWHM
thicknesses at the mesoscale were comparable to values
expected from theory. A previously published MATLAB
script was used for analysis.17 This code extracts the aver-
age line profile between the centre of the lens and the edge
of the image and performs a radial average of fluorescence
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FOYLAN et al. 5

F IGURE 2 (A) Mesoscale SW image of the spherical surface of a plano-convex lens of focal length f = 400 mm, with the curved surface
stained with the fluorescent dye DiO. The curved surface of the lens was placed in contact with a first surface reflector and imaged in air using
SW excitation. Fluorescence was excited at 490 ± 20 nm and detected between both 525 ± 25 nm and 635 ± 20 nm. Rings of fluorescent
emission indicative of excitation with a SW are visible across the central 3.0 mm × 3.0 mm FOV of the image. Scale bar = 1 mm. (B)
Fluorescence intensity plotted versus height from the mirror surface, showing evenly spaced peaks where the dye coincides with the
antinodes of the illuminating SW pattern. The measured average antinodal FWHM thickness is 143 ± 19 nm.

intensity values using the custom function radialavg.17 In
this work, 6432 line profiles at radial intervals of 0.06◦
were measured. The average lateral intensity profile was
then used to compute the axial intensity profile using
Pythagoras’s theorem and the known geometry of the lens
specimen to derive the equation
d = R − (R2 − r2)0.5, (4)
where R is the radius of curvature of the lens, r is the

radial distance of each pixel from the centre of the image
and d is the axial distance from the mirror.17 To determine
the peak fluorescence intensity values for each antin-
odal plane, we used the findpeaks function in MATLAB.17
The average FWHM values were determined using the
same findpeaks function then outputting and averaging the
width argument from the function.

2.5.2 Red blood cells

The number of red blood cells in the imaged FOVwasmea-
sured by performing a manual threshold analysis in FIJI
to generate a segmentation mask, and using the Analyze
Particles function in FIJI20 on this mask, objects with a
diameter of between 4–8 µmwere counted.

3 RESULTS

With the thin spherical fluorescent surface, it proved feasi-
ble to test the basic proposition that the Mesolens is com-
patible with single-wavelength-excitation SW mesoscopy.

Figure 2 shows a single-wavelength-excitation SW image
of the lens specimen obtained under 490 ± 20 nm excita-
tion and simultaneous dual-band fluorescence detection at
both 525± 25 nmand 635± 20 nmwavelength ranges using
the Pinkel-type filter arrangement described in Section 2.3.
Rings of fluorescent emission radiating from the centre
of the FOV are clearly visible over the central 3.0 mm ×

3.0 mm region of the image. The SW is likely to extend
over the full FOV, but the curvature of the lens means that
the antinodal planes are too close together in the lateral
direction to be resolved at the edges of the FOV.
The average FWHM thickness of the antinodal fluores-

cent rings was measured in the image to be 143 ± 19 nm
(see Section 2.5). DiOhas a broad emission spectrumwith a
peak at 506 nm.22 Consequently, with the described setup,
the image shown in Figure 2A visualises fluorescence from
a broad spectral range. Using Equation (2) with n = 1,
FWHM thicknesses between 128 nm (for 512.5 nm, the
shortest detected emission wavelength) and 161 nm (for
645 nm, the longest detected emission wavelength) were
expected according to theory. These predicted values are
in good agreement with our experimental results.
Next, we applied SW mesoscale imaging to biological

specimens. Figure 3A shows a full FOV pseudo-coloured
image containing over 100 fibroblasts acquired using the
TartanSW method obtained with sequential imaging and
detection with the Mesolens after processing as described
in Section 2.4. The image was downsampled to a size
of 1000 pixels by 545 pixels for the purpose of presenta-
tion. Figure 3B–D shows three full-resolution, zoomed-in
regions of interest (ROIs) within the specimen. The Tar-
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6 FOYLAN et al.

F IGURE 3 (A) Mesoscale TartanSW image of 3T3 cells stained
with fluorescein phalloidin. Three ROIs are shown with a yellow
box at the top left of the image, a magenta box close to the centre of
the field, and a cyan box towards the bottom right of the field. Scale
bar = 1 mm. (b–d) Digital zoom of the ROIs shown with the yellow,
magenta and cyan boxes, respectively, with cyan arrows in (d)
indicating possible focal adhesions. Scale bars for (B)–(D) = 50 µm.

tanSW process results in multicolour bands dependent on
the axial distance of the fluorophore from the mirror sur-
face, which are visible across the full FOV. These data
confirm suitability of the method at the mesoscale and for
applications in imaging of large cell populations. While
the multicoloured antinodal planes are visible across the
full FOV, we note that the contrast is slightly reduced
in the top left of the image field. This is likely due to
the specimen not being exactly orthogonal to the opti-
cal axis of the Mesolens. There is also disproportionate
blue signal, resulting from 385 ± 15 nm illumination, in
the bottom left of Figure 3a. This may be due to residue
on the mirror surface. The cell on the left-hand side of
Figure 3D has projections with dark regions in the cen-
tre of the filopodia, indicated by cyan arrows on the left
side of the image. These are likely to be focal adhesions
in direct contact with the mirror surface.23,24 As a con-
trol for the standing wave mesoscopy imaging of F-actin
labelled 3T3-L1 cells included in Figure 3, we prepared
cells with the same protocol described in Section 2.2.1 on
coverslips instead of mirrors. This data are included as
Supplementary Information.
Figure 4A shows a single-wavelength-excitation SW

image of red blood cells obtained with the Mesolens, from
a specimen prepared with the low-volume cell suspension
(see Section 2.2.2). The large FOV relative to the small

diameter of the cells means that it is difficult to see any
cellular detail at this level of display zoom. Three ROIs are
indicated by a yellow box in the top left of the image, a
magenta box closer to the centre of the field, and a cyan
box near the bottom right of the field. Figure 4B–D shows
these digitally zoomed regions in more detail, with SW
illumination visualising distinct planes across the fluo-
rescently stained red blood cells. This confirms that our
imaging method can be applied to small cells in vitro
within an extended FOV. By conducting image segmenta-
tion as described in Section 2.5, we measure that there are
16,636 red cells in this single image. To our knowledge, this
is the largest cell population reported thus far in a single
dataset imaged with SW illumination.
Using the high-volume cell suspension, 10 cells (of a

population of thousands) moving under flow conditions
were cropped from the original data and combined into
a single movie. This is shown in Movie 1, in which the
playback speed was set to 2 frames per second. Cell move-
ment and topology are clearly visible, with cells travelling
at different velocities in different regions of the specimen.
For example, at time t = 210 s, fluorescence excited by two
antinodal planes is visible for cells in the first (indicated
by cyan box), fourth (indicated by magenta box) and fifth
(indicated by yellow box) rows of the movie. As the time
advances, the SW illumination pattern reveals the chang-
ing topology of the cells as they rotate in the flowing fluid.
No photobleaching is observed in the data, and there are
no obvious structural changes to imaged cells, suggesting
that any photodamage to the specimen is negligible.

4 DISCUSSION

The most important findings of our work are that single-
wavelength SW imaging and TartanSW imaging can be
applied at the mesoscale, and that the Mesolens is suitable
for this purpose in spite of the lower NA compared with
previously reported SW imaging studies.1–3,17 By prepar-
ing specimens using methods previously applied in SW
microscopy, we have increased the FOV to 4.4 mm ×

3.0 mm, enabling SW imaging of more than 16,000 cells
in a single image.
The high-numerical aperture of the Mesolens confers

high lateral resolution, which means that the topologi-
cal information from a wide variety of specimens can be
easily resolved in the SW image data. However, there are
further advantages of theMesolens over conventional low-
magnification objectives for SW imaging. For instance,
the optical throughput of the Mesolens is 25-times higher
than that for a commercial lens with equivalent magni-
fication power.6 Our previous attempts at using commer-
cial low-magnification, low-numerical aperture lenses for
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F IGURE 4 (A) Mesoscale SW image of live red blood cells stained with FM4-64. Three ROIs are shown with a yellow box at the top left
of the image, a magenta box close to the centre of the field, and a cyan box towards the bottom right of the field. Scale bar = 1 mm. (B–D)
Digital zoom of the ROI shown with the yellow, magenta, and cyan boxes, respectively. Scale bars = 10 µm. (B)–(D) Confirm multiplane
imaging across the large FOV of the Mesolens.

SW imaging with multi-millimetre diameter FOVs failed
because the fluorescence signal from the specimens was
too low to produce a good-quality image, and only images
with very low contrast could be obtained. We have shown
that the higher optical throughput of the Mesolens, used
in combinationwith the chip-shifting camera, can produce
high-contrast, high-quality SW datasets.
The obvious advantage of SW for three-dimensional

imaging is the ability to study cell topology in a sin-
gle image, but a less obvious benefit is the high speed
of imaging compared to other three-dimensional imaging
methods such as confocal laser scanning microscopy. For
instance, for confocal imaging with the Mesolens, we note
that with a 4.4 mm by 3.0 mm FOV, the number of pixels
required to fulfil the Nyquist sampling criterion is 19,728
pixels × 13,152 pixels. Using a minimum practical pixel
dwell time of ca. 0.5 µs leads to an acquisition time of
130 s for a full FOV, full-resolution scanned image, which
gives only two-dimensional information from the speci-
men. Our SW image data, on the other hand, which is also
Nyquist sampled across the lateral field and offers insights
into the third dimension, are acquired at a rate more than
8 times faster than confocal imaging can provide. This
method may facilitate the diagnosis of parasitaemia25 and
other diseases of the blood including hereditary sphero-
cytosis, sickle cell disease, hereditary stomatocytosis or
elliptocytosis.26
We note that the depth of field of the Mesolens of

approximately 8 µm imposes a limitation on the number of
antinodal planes that can be detected and hence restricts
the method to specimens with a maximum thickness of
8 µm.

Our red blood cell SW data is limited to a maximum
of two antinodal planes that can be resolved in the indi-
vidual red blood cells. This is contrary to previous work
using high-magnification, high-numerical aperture lenses
that showed up to four antinodal planes.2,17 We attribute
this reduction in antinodal planes to the resolving power
of the Mesolens: there are likely to be up to four antinodal
planes illuminating the specimens, but the lateral resolu-
tion of the Mesolens is insufficient to distinguish them in
the highly curved red cell membrane. We tried to resolve
these using different deconvolution methods, but this did
not change the overall result.
As with the original TartanSW microscopy method,3

complexities of the mesoscale TartanSW image data
preclude straightforward reconstruction of the three-
dimensional object structure. Unfortunately, the
fluorescently stained actin cytoskeleton proved too
complex to be able to reliably resolve the colour difference
in antinodal planes except in the thinnest part of the
cell close to the edge, so resolving adjacent structures
in z with a resolution higher than a confocal micro-
scope can provide was not feasible. There are several
algorithms for multi-wavelength interferometric surface
profiling, but SWs close to a reflector present a much
more complex case than the single or multi-wavelength
reflections used in surface profilometry.27 As a con-
sequence, these reconstruction algorithms cannot be
easily implemented with TartanSW datasets at either the
microscale or mesoscale. It would be interesting to modify
phase-unwrapping methodologies previously applied
to multi-wavelength images of protozoa to produce
three-dimensional reconstructions of SW images.28
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Our time-lapse imaging data raise the possibility of using
SWmesoscopy to study cell deformation under lateral flow
conditions to understand the role of shear stress on cell
health and regeneration.14 To our knowledge, this presents
a new application for SW imaging, and the large FOVof the
Mesolens would facilitate long-range tracking of large cell
populations in three-dimensions within a single dataset.
This should ideally be performed in a custom-designed
flow chamber that incorporates an in-built first surface
reflector.
Although the Mesolens can produce full-resolution

images of up to 6 mm in diameter, the FOV is limited to
4.4 mm by 3.0 mm in this study. This is because of limi-
tations of detection, principally the chip-shifting camera.
A successor to our chip-shifting camera includes a 50 MP
sensor that has a smaller pixel size and is capable of pro-
ducing images of up to 427MP.29 Such an improved camera
could potentially be applied to extend SW mesoscopy yet
further to a FOV up to 6 mm in diameter. These devices
use a CMOS chip that can image at up to 3 frames per sec-
ond and, therefore,may further increase both the detection
sensitivity and imaging speed compared to the CCD-based
device we have used in this work. This may be of consid-
erable benefit for the application of SW mesoscopy to the
study of cells in flow conditions.

5 CONCLUSIONS

In this study, we have presented single-wavelength SW
andmulti-wavelength TartanSW imaging at the mesoscale
using the Mesolens. The combination of the high opti-
cal throughput afforded by the Mesolens, in combination
with the low-magnification and high-numerical aperture,
allowed us to perform SW imaging of nonbiological spec-
imens and both fixed and live cell specimens. For single-
colour SWmesoscopy, two-dimensional datasets that con-
tain three-dimensional information can be obtained in
approximately 15 s. This is a considerable improvement
in acquisition speed compared to other methods such as
confocal laser scanning microscopy with the Mesolens
or computational stitching and tiling of small data vol-
umes. Our single-wavelength SW and multi-wavelength
TartanSW mesoscopy cell images are of high quality and
high contrast, andwe observed no obvious photobleaching
or photodamage when imaging live cells. To our knowl-
edge, our application of SW mesoscopy to visualise the
membranes of over 16,000 fluorescently stained red blood
cells simultaneously represents the largest cell popula-
tion that has been observed in a single dataset using SW
methods. We show the potential of the method for using
SW mesoscopy to study red blood cells under flow con-
ditions, and we discuss how these results may be further

improved using new and emerging detector technologies
(Figure S1).

AUTH OR CONTRIBUT IONS
S.F., J.K.S., T.B. and G.M. designed research; S.F. and J.K.S.
prepared specimens for imaging; S.F., J.K.S. and G.M.
performed SW imaging; S.F., L.S.K. and G.M. performed
image processing and analysis; G.M. wrote the article. All
authors edited the article.

ACKNOWLEDGEMENTS
This work was supported by the Biotechnology and
Biological Sciences Research Council, grant numbers
BB/P02565X/1 and BB/T011602/1. S.F. was supported by
the Engineering and Physical Sciences Research Coun-
cil iCASE studentship award, supported by the National
Physical Laboratory. L.S.K. was supported by the Medical
Research Council and Engineering and Physical Sciences
Research Council Centre for Doctoral Training in Optical
Medical Imaging, grant number EP/L016559/1. M.S. was
supported by theNationalMeasurement System funded by
UK’s Department for Business, Energy & Industrial Strat-
egy. G.M. was partly supported by the Medical Research
Council, grant numberMR/K015583/1 and the Leverhulme
Trust.

CONFL ICT OF INTEREST STATEMENT
The authors declare that there are no conflicts of interest
related to this article.

ORCID
JanaKatharinaSchniete https://orcid.org/0000-0003-
4274-5839
GailMcConnell https://orcid.org/0000-0002-7213-0686

REFERENCES
1. Bailey, B., Farkas, D. L., Taylor, D. L., & Lanni, F. (1993).

Enhancement of axial resolution in fluorescence microscopy by
standing-wave excitation. Nature, 366, 44–48.

2. Amor, R., Mahajan, S., Amos, W. B., & McConnell, G. (2014).
Standing-wave-excited multiplanar fluorescence in a laser scan-
ning microscope reveals 3D information on red blood cells.
Scientific Reports, 4, 7359.

3. Schniete, J. K., Tinning, P.W., Scrimgeour, R. C., Robb,G., Kölln,
L. S., Wesencraft, K., Paul, N. R., Bushell, T. J., & McConnell, G.
(2021). An evaluation of multi-excitation-wavelength standing-
wave fluorescence microscopy (TartanSW) to improve sampling
density in studies of the cell membrane and cytoskeleton.
Scientific Reports, 11, 2903.

4. Pawley, J. B. (2006).Handbook of confocal microscopy. Springer-
Verlag US.

5. Caicedo, J. C., Cooper, S., Heigwer, F., Warchal, S., Qiu, P.,
Molnar, C., Vasilevich, A. S., Barry, J. D., Bansal, H. S., Kraus,
O., Wawer, M., Paavolainen, L., Herrmann, M. D., Rohban, M.,

 13652818, 0, D
ow

nloaded from
 https://onlinelibrary.w

iley.com
/doi/10.1111/jm

i.13189 by N
H

S E
ducation for Scotland N

E
S, E

dinburgh C
entral O

ffice, W
iley O

nline L
ibrary on [22/05/2023]. See the T

erm
s and C

onditions (https://onlinelibrary.w
iley.com

/term
s-and-conditions) on W

iley O
nline L

ibrary for rules of use; O
A

 articles are governed by the applicable C
reative C

om
m

ons L
icense

https://orcid.org/0000-0003-4274-5839
https://orcid.org/0000-0003-4274-5839
https://orcid.org/0000-0003-4274-5839
https://orcid.org/0000-0002-7213-0686
https://orcid.org/0000-0002-7213-0686


FOYLAN et al. 9

Hung, J., Hennig, H., Concannon, J., Smith, I., Clemons, P. A., &
Carpenter, A. E. (2017). Data-analysis strategies for image-based
cell profiling. Nature Methods, 14, 849–863.

6. McConnell, G., Tragardh, J., Amor, R., Dempster, J., Reid, E.,
& Amos, W. B. (2016). A novel optical microscope for imaging
large embryos and tissue volumes with sub-cellular resolution
throughout. eLife, 5, e18659.

7. McConnell, G., & Amos, W. B. (2018). Application of the
Mesolens for subcellular resolution imaging of intact larval and
whole adult Drosophila. Journal of Microscopy, 270, 252–258.

8. Battistella, E., Schniete, J., Wesencraft, K., Quintana, J. F., &
McConnell, G. (2022). Light-sheetmesoscopywith theMesolens
provides fast sub-cellular resolution imaging throughout large
tissue volumes. iScience, 25, 104797.

9. Schniete, J., Franssen, A., Dempster, J., Bushell, T. J., Amos,
W. B., & McConnell, G. (2018). Fast optical sectioning for wide-
field fluorescence mesoscopy with the Mesolens based on HiLo
microscopy. Scientific Reports, 8, 16259.

10. Shaw, M., Claveau, R., Manescu, P., Elmi, M., Brown, B. J.,
Scrimgeour, R. C., Kölln, L. S., McConnell, G., & Fernandez-
Reyes, D. (2021). Optical mesoscopy, machine learning, and
computational microscopy enable high information content
diagnostic imaging of blood films. Journal of Pathology, 255,
62–71.

11. Rooney, L. M., Amos, W. B., Hoskisson, P. A., & McConnell, G.
(2020). Intra-colony channels in E. coli function as a nutrient
uptake system. ISME Journal, 14, 2461–2473.

12. Shcheslavskiy, V. I., Shirmanova, M. V., Dudenkova, V. V.,
Lukyanov, K. A., Gavrina, A. I., Shumilova, A. V., Zagaynova, E.,
& Becker, W. (2018). Fluorescence time-resolved macroimaging,
Optics Letters, 43, 3152–3155.

13. Sen, R., Hirvonen, L. M., Zhdanov, A., Svihra, P., Andersson-
Engels, S., Nomerotski, A., & Papkovsky, D. (2019). New lumi-
nescence lifetime macro-imager based on a Tpx3Cam optical
camera. Biomedical Optics Express, 11(1), 77–88.

14. Vining, K. H., & Mooney, D. J. (2017). Mechanical forces direct
stem cell behaviour in development and regeneration. Nature
Reviews Molecular Cell Biology, 18, 728–742.

15. Pinkel, D., Gray, J., Segraves, R., Waldman, F., Trask, B., Yu, L.
C., Eastmond, D., & Dean, P. (1989). Fluorescent nucleic acid
hybridization methods. SPIE Proceedings, New Technologies in
Cytometry, 1063, 123–132.

16. Tinning, P.W., Scrimgeour, R. C., &McConnell, G. (2018).Wide-
field standing wave microscopy of red blood cell membrane
morphology with high temporal resolution. Biomedical Optics
Express, 9, 1745–1761.

17. Gregg,W.W., & Carder, K. L. (1990). A simple spectral solar irra-
diance model for cloudless maritime atmospheres, Limnology
and Oceanography, 35, 1657–1675.

18. Jonkman, J., & Brown, C. M. (2015). Any way you slice it –
A comparison of confocal microscopy techniques. Journal of
Biomolecular Techniques : JBT, 26(2), 54. https://doi.org/10.7171/
JBT.15-2602-003

19. Zuiderfeld, K. (1994). Contrast limited adaptive histogramequal-
ization. In: P. S. Heckbert (Ed.), Graphics gems IV. Morgan
Kaufmann.

20. Schindelin, J., Arganda-Carreras, I., Frise, E., Kaynig, V.,
Longair, M., Pietzsch, T., Preibisch, S., Rueden, C., Saalfeld,
S., Schmid, B., Tinevez, J. Y., White, D. J., Hartenstein, V.,
Eliceiri, K., Tomancak, P., & Cardona, A. (2012). Fiji: An open-
source platform for biological-image analysis. Nature Methods,
9, 676–682.

21. Virtanen, P., Gommers, R., Oliphant, T. E., Haberland, M.,
Reddy, T., Cournapeau,D., Burovski, E., Peterson, P.,Weckesser,
W., Bright, J., van der Walt, S. J., Brett, M., Wilson, J., Millman,
K. J., Mayorov, N., Nelson, A. R. J., Jones, E., Kern, R., & Larson,
E. (2020). SciPy 1.0: Fundamental algorithms for scientific
computing in Python. Nature Methods, 17, 261–272.

22. Honig, M. G., & Hume, R. I. (1989). DiI and DiO: Versatile fluo-
rescent dyes for neuronal labelling and pathway tracing. Trends
in Neuroscience, 12, 333–341.

23. Kölln, L. S., Salem, O., Valli, J., Hansen, C. G., & McConnell,
G. (2022). Label2label: Training a neural network to selectively
restore cellular structures in fluorescence microscopy. Journal
of Cell Science, 135, jcs258994.

24. Revach, O. Y., Grosheva, I., & Geiger, B. (2020). Biomechanical
regulation of focal adhesion and invadopodia formation. Journal
of Cell Science, 133, jcs2448489.

25. Aingaran, M., Zhang, R., Law, S. K., Peng, Z., Undisz, A., Meyer,
E., Diez-Silva,M., Burke, T. A., Spielmann, T., Lim, C. T., Suresh,
S., Dao, M., & Marti, M. (2012). Host cell deformability is linked
to transmission in the human malaria parasite Plasmodium
falciparum. Cell Microbiology, 14, 983–993.

26. Diez-Silva, M., Dao, M., Han, J., Lim, C.-T., & Suresh, S. (2010).
Shape and biomechanical characteristics of human red blood
cells in health and disease.MRS Bulletin, 35, 382–388.

27. Kitagawa, K. (2010). Fast surface profiling by multi-wavelength
single-shot interferometry. International Journal of Optomecha-
tronics, 4, 136–156.

28. Cohoe, D., Hanczarek, I., Kent Wallace, J., & Nadeau, J.
(2019). Multiwavelength digital holographic imaging and phase
unwrapping of protozoa using custom Fiji plug-ins. Frontiers in
Physics, 7, https://doi.org/10.3389/fphy.2019.00094

29. https://www.visionsystech.com/products/cameras/vieworks-
vn-200mx-197-mp-427-mp-ultra-high-resolution-pixel-shift-
camera (accessed 6 March 2023)

SUPPORT ING INFORMATION
Additional supporting information can be found online
in the Supporting Information section at the end of this
article.

How to cite this article: Foylan, S., Schniete, J.
K., Kölln, L. S., Dempster, J., Hansen, C. G., Shaw,
M., Bushell, T. J., & McConnell, G. (2023).
Mesoscale standing wave imaging. Journal of
Microscopy, 1–9. https://doi.org/10.1111/jmi.13189

 13652818, 0, D
ow

nloaded from
 https://onlinelibrary.w

iley.com
/doi/10.1111/jm

i.13189 by N
H

S E
ducation for Scotland N

E
S, E

dinburgh C
entral O

ffice, W
iley O

nline L
ibrary on [22/05/2023]. See the T

erm
s and C

onditions (https://onlinelibrary.w
iley.com

/term
s-and-conditions) on W

iley O
nline L

ibrary for rules of use; O
A

 articles are governed by the applicable C
reative C

om
m

ons L
icense

https://doi.org/10.7171/JBT.15-2602-003
https://doi.org/10.7171/JBT.15-2602-003
https://doi.org/10.3389/fphy.2019.00094
https://www.visionsystech.com/products/cameras/vieworks-vn-200mx-197-mp-427-mp-ultra-high-resolution-pixel-shift-camera
https://www.visionsystech.com/products/cameras/vieworks-vn-200mx-197-mp-427-mp-ultra-high-resolution-pixel-shift-camera
https://www.visionsystech.com/products/cameras/vieworks-vn-200mx-197-mp-427-mp-ultra-high-resolution-pixel-shift-camera
https://doi.org/10.1111/jmi.13189

	Mesoscale standing wave imaging
	Abstract
	1 | INTRODUCTION
	2 | METHOD
	2.1 | Nonbiological test specimen preparation
	2.2 | Biological specimen preparation
	2.2.1 | Fibroblast cells
	2.2.2 | Live red blood cells

	2.3 | Mesoscale imaging
	2.4 | Image processing
	2.5 | Image analysis
	2.5.1 | Lens specimen
	2.5.2 | Red blood cells


	3 | RESULTS
	4 | DISCUSSION
	5 | CONCLUSIONS
	AUTHOR CONTRIBUTIONS
	ACKNOWLEDGEMENTS
	CONFLICT OF INTEREST STATEMENT
	ORCID
	REFERENCES
	SUPPORTING INFORMATION


