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In this paper, we use a glass microsphere incorporated into a digital holographic microscope to increase the
effective resolution of the system, aiming at precise cell identification. A Mirau interferometric objective is
employed in the experiments, which can be used for a common-path digital holographic microscopy
(DHMicroscopy) arrangement. High-magnification Mirau objectives are expensive and suffer from low working
distances, yet the commonly used low-magnification Mirau objectives do not have high lateral resolutions. We
show that by placing a glass microsphere within the working distance of a low-magnification Mirau objective, its
effective numerical aperture can be increased, leading to super-resolved three-dimensional images. The improvement in the lateral resolution depends on the size and vertical position of microsphere, and by varying these
parameters, the lateral resolution and magnification may be adjusted. We used the information from the
super-resolution DHMicroscopy to identify thalassemia minor red blood cells (tRBCs). Identification is done
by comparing the volumetric measurements with those of healthy RBCs. Our results show that microsphereassisted super-resolved Mirau DHMicroscopy, being common path and off-axis in nature, has the potential to
serve as a benchtop device for cell identification and biomedical measurements. © 2017 Optical Society of America
OCIS codes: (090.1995) Digital holography; (100.6640) Superresolution; (180.6900) Three-dimensional microscopy; (170.1530) Cell
analysis.
https://doi.org/10.1364/AO.56.0000D8

1. INTRODUCTION
Digital holographic microscopy (DHMicroscopy) is an effective technique for non-destructive and non-contact surface
profile measurement and quantitative three-dimensional (3D)
imaging of phase objects [1–4]. The reconstruction of holograms recorded by a digital sensor is carried out numerically,
yielding whole-field information about the object. By introducing a slight angle between the object and the reference waves
in the off-axis holography arrangement, the undiffracted
reference beam is separated from the virtual and real objects
at the reconstruction plane. These arrangements are highly sensitive to environmental vibrations, employ additional optical
elements, and lead to higher noise levels. Common-path geometry for interferometric techniques is an elegant arrangement to
greatly reduce such uncorrelated phase variations. Recently, a
self-referencing common-path geometry for DHMicroscopy
1559-128X/17/0900D8-06 Journal © 2017 Optical Society of America

was demonstrated by the use of a Lloyd’s mirror configuration
[5], by applying lateral shearing through a glass plate [6], and
also by a microscope binocular module [7]. Another possibility
to provide common-path DHMicroscopy is to employ interferometric objectives, such as a (modified) Michelson objective
[8], Linnik [9], and a Mirau objective [10]. The Michelson
objectives provide rather longer working distances, wider fields
of view, and larger depths of focus, whereas the Mirau microscope objectives (Mirau-MOs) are used in applications requiring higher magnification and numerical apertures. In Mirau
interferometry, the interferometric system consists of a single
microscope objective, and the reference wave is reflected from
a small mirror that is built inside the objective during the
manufacturing process.
In optical microscopy, the spatial resolution is confined by
the wavelength of the imaging light and the numerical aperture
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(NA) of the lens system, due to the restriction imposed by the
diffraction limit. In DHMicroscopy, the lateral resolution of
the recorded hologram can be determined by the performance
of the imaging system and features of the sensor, and the axial
resolution is defined by the sensitivity of the detection system
to optical path changes [11].
Increasing global interest and rapid growth have been observed for optical super-resolution imaging due to its application benefits in many areas of biology, medicine, and material
research. High lateral resolutions can be achieved by synthetically increasing the NA of the detection system. This is done
by exchanging the degrees of freedom of the system, such as the
object’s shape and temporal behavior, wavelength behavior, dimensions, and polarization [12]. One of the earliest approaches
for super-resolution by synthetic expansion of an imaging system aperture was based on employing two counter-moving gratings at the input and output planes of the system for immobile
objects. The approach was improved by using Dammann and
Ronchi gratings, and, recently, by the use of non-periodic
spatial masking [13], and binary random masks [14]. These
methods can be applied for super-resolution and field-of-view
extension in digital holography in a similar way [15–20].
Proper post-processed decoding in the hologram’s numerical
reconstruction can lead either to a super-resolved image or to
an extended field of view.
Recently, super-resolution in imaging by the use of a transparent spherical microlens has shown very promising experimental results [21–23]. A detailed theoretical investigation
through vector electromagnetic analysis was recently provided
to model the super-resolved imaging process through a
microsphere [24]. The model predicts that a perfect spherical
micro-particle cannot lead to a sub-100-nm resolution for
visible light sources, and an unrevealed mechanism has to be
taken into account to explain the reported range of resolution
achievements. A super-resolution analysis method has been recently developed which determines the super-resolution values
consistent with the resolution definition in classical diffractionlimited optics [23–25]. Super-resolution imaging by the
microsphere approach can also be applied to digital holographic
microscopy and quantitative phase contrast imaging [26].
In this paper, we consider the microsphere-assisted imaging
technique in the common-path DHMicroscopy through a
Mirau-MO to acquire super-resolved off-axis holograms.
DHMicroscopy through a Mirau arrangement has several
advantages, such as stability against environmental and
mechanical vibrations, compact optical setup, and easy calibration. However, low-magnification Mirau-MOs do not have
high lateral resolution with respect to their vertical resolution,
and high-magnification Mirau-MOs are expensive and suffer
from low working distances. Here, a technique for superresolved 3D imaging by a low-magnification Mirau-MO and
through the use of a microsphere is described. In spite of
conventional microsphere-assisted microscopy techniques, in
the present method, the aberration errors can be corrected
within the numerical process because the image is obtained
via numerical reconstruction and includes the object phase information. In order to prove the capability and usefulness of
our approach, we applied it first on a test target and a digital
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video disk (DVD) and investigated the various adjustment
parameters. Then, we successfully applied the technique to
investigate the morphology and volumetric information of
cells. As an example, we have used this technique to identify
thalassemia red blood cells (tRBCs) from healthy RBCs.
2. EXPERIMENTAL SETUP
Figure 1 shows the setup scheme. An He–Ne laser beam
(Pooyafarazma, 632.8 nm, 2 mW) is used as a coherent source.
However, to reduce the speckle noise, the spatial coherence of
the beam is removed by passing it through a rotating diffuser.
The beam is then collimated by the use of lens L1 (f  10 cm)
and is sent onto the sample through a cube beam splitter and a
Mirau-MO (Nikon, NA 0.3, 10 × ). A silica microsphere (MS)
with a refractive index of 1.46 is mounted at the end of an
optical fiber (as a holder), and it is inserted between the
Mirau-MO and the sample. Its position is controlled by an
x–y–z micro-positioner. Digital holograms are formed by recording the interference pattern of the object beam and the
reference beam and were recorded by a digital camera
(DCC1545M, Thorlabs, 8-bit dynamic range, 5.2 μm pixel
pitch). The object beam is reflected from the object and is
transmitted through the MS, the Mirau-MO, and the L2 lens
(f  16 cm), and the reference beam is reflected by the builtin small mirror of the Mirau-MO. These two beams are combined at the sensor plane using the L2 lens. The sample was
tilted by a small angle (less than 10°) to achieve an off-axis holographic arrangement. The inset of Fig. 1 shows an image of the
fiber-connected MS and a magnified scheme of the setup. In
the figure, D is the diameter of the inserted MS, and d is the
distance between the object and the MS. A standard-resolution
target (R3L3S1P, Thorlabs) was used as the first object.
Figure 2(a) shows a typical hologram of the sample (Group
7, element 3 of the test target). A reference hologram
[Fig. 2(c)] was recorded for phase compensation to remove
the system aberrations. The reference hologram was acquired
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Fig. 1. Scheme of the Mirau-DHMicroscopy setup equipped with a
microsphere; RD, rotating diffuser; L1, collimating lens; BS, beam
splitter; L2, tube lens; Mirau-MO, Mirau objective; MS, microsphere;
S, sample; Inset: image of the fiber connected MS and the magnified
scheme of the setup; D, diameter of MS; d , distance between the object and the MS; z, MS-to-Mirau-MO distance.
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Fig. 2. (a) Hologram of a reflective standard resolution target without inserting an MS. (b) The cropped part of the sample indicated in
panel (a) and (c) its associated reference hologram. (d) Hologram of
the cropped part after inserting an MS of a 529 μm diameter within
the Mirau-MO and sample distance and (e) its reference hologram.
(f ) The reconstructed two-dimensional thickness profile. (g) The reconstructed 3D thickness profile. (h) One-dimensional thickness
profile along the line (AB) indicated in panel (f ).

by taking the element-free area of the test plate as the object.
Figures 2(d) and 2(e) show the recorded object and the reference holograms of the same part of the resolution target in the
presence of an MS of a 529 μm diameter. The phase and
intensity of the reconstructed wavefront can be obtained from
the propagated complex wave field of the hologram at the
reconstruction plane. We considered the angular spectrum
propagation method in scalar diffraction theory for the numerical reconstruction of the holograms [27,28]. The reconstructed
phase patterns are unwrapped by Goldstein’s branch-cut
method to convert them into continuous-phase distributions
[29]. Figures 2(f ) and 2(g) are the calculated thickness profiles
using MS, which is obtained directly from the phase patterns,
in two-dimensional and 3D views, respectively. Figure 2(h) is
the cross-sectional thickness profile along the line (AB) indicated in Fig. 2(f ). Depending on the relative position of the
MS with respect to the Mirau-MO, the sample plane can be
adjusted to form a magnified image of the detection system
[30]. For any sample-to-Mirau distance, a sharp image is
formed exclusively for a specific MS-to-Mirau-MO distance.
In the experiments, a hologram of the sample is recorded first
without an MS. Then, an MS (with different diameter values)
was inserted between the sample and the Mirau-MO. We
employed a rotating diffuser in the optical train to reduce
the speckle noise. This makes the fringes, however, localized,
and recording well-defined and high-contrast interferometric
fringes requires fine adjustment of the setup elements.

3. EXPERIMENTAL RESULTS AND
DISCUSSIONS
Figure 3(a) shows an atomic force microscope (AFM) image of
a DVD with a scanning area of 3 μm × 3 μm. The period of
peaks and valleys shown in this figure is 732  41 nm, and the
average measured peak to valley height is around 89  5 nm.
The DVD structure cannot be resolved by a 10 × objective
lens (Olympus, NA  0.3), as shown in Fig. 3(b), but its
periodic structure is resolved by a 40 × objective (Olympus,
NA  0.75) [Fig. 3(c)]. Nevertheless, microsphere-assisted
DHMicroscopy with the 10 × Mirau-MO can resolve the
DVD structure. Figures 3(d) and 3(e) are the corresponding
holograms acquired without and with an MS of a size of
234 μm, respectively. We numerically reconstructed these
holograms, obtained the cross-sectional profiles from the corresponding unwrapped phases, and compared the results with
the average profile obtained from the AFM image (0101/A,
ARA-AFM) [Fig. 3(f )]. The cross-sectional profile is calculated
as the average value along several lines perpendicular to the
DVD grooves’ direction. In Fig. 3(g), the cross-sectional profiles obtained from the reconstruction of the holograms for the
two cases without MS and with an MS of D  234 μm are
shown. Figure 3(g) (continuous lines) shows that no details of
the sample can be retrieved without the MS. However, by

Fig. 3. (a) AFM image of a periodic structure of a DVD. (b) Brightfield microscopy image by a 10 × objective. (c) Bright-field microscopy image by a 40 × objective. (d) Digital hologram by a 10 ×
Mirau-MO without inserting an MS. (e) Digital hologram by inserting
an MS (D  234 μm) within the 10 × Mirau-MO and 45 × overall
magnification. (f) One-dimensional average profile of AFM image.
(g) One-dimensional profiles obtained from hologram reconstruction;
inset: Fourier spectrum of the reconstructed thickness map. Scale bar
in all panels is 1 μm.
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introducing the MS, the resolution is increased, so the periodic
structure of the DVD becomes visible. From the MS-assisted
DHMicroscopy, the measured peaks and valleys’ average period
was 728  50 nm, which is in good agreement with the information provided by the AFM image. Resolving the periodic
DVD structure in the MS-assisted case is also confirmed by
the Fourier spectra of the obtained phase maps, which are
shown in the inset of Fig. 3(g). The DVD periodic structure
is distinguished as a sharp frequency sideband in the Fourier
domain for the hologram using the MS (as indicated by an
arrow). However, sidebands due to the periodic structure of
the DVD are not visible for the case without the MS. The measured average peak to valley height from DHMicroscopy is
34  7 nm. Due to the DVD’s sharp-edge structure, matching
the AFM measurement of the average peak to valley height
needs even higher resolutions for the holographic imaging system. Nevertheless, in more commonly used samples, including
biomaterials, height profiles variations are usually smooth, and
this artifact may be less pronounced.
The classic definition of spatial resolution, based on the concept of the point-spread function (PSF), may be used to evaluate the resolution enhancement factor introduced by the MS
[31]. The introduction of the MS increases the imaging system’s effective NA value, and, according to the intrinsic relation
between the NA and the PSF size, it leads to a higher resolution. In our microscopy system, the image plane and the tube
lens remain fixed during the experiments, and repositioning of
the MS toward the Mirau-MO allows for a higher magnification factor. On the other hand, this increases the MS collection
cone and the complete system’s effective NA value. Therefore,
the resolution evaluation can be performed by measuring the
magnification factor gained by introducing the MS.
Figure 4 shows the experimental results of the lateral magnification and the field-of-view change in improved-resolution
digital holography as a function of the MS diameter and position. The vertical axis represents the magnification improvement by introducing the MS. As classical optics predicts,
the magnification decreases when the MS-to-Mirau-MO
distance (z) increases. However, beyond a maximum distance
(z 0 ), the imaging system cannot form a clear image anymore.
The horizontal axis of Fig. 4 is the relative position of the
MS, defined as Δz  z 0 − z. The results corresponding to
three different MS sizes (D ∼ 100 μm, D ∼ 234 μm, and
D ∼ 529 μm) among several tested MSs are shown. The
magnification improvement has a linear dependence with
the position of the inserted MS. The results represent that
for smaller MSs, the final magnification has greater sensitivity
to its position.
The possibility to vary the size and position of the inserted
MS allows us to obtain a large range of magnification factors.
The combination of the MS and the Mirau-MO can be
considered as a single microscope objective. For each MS,
we observed that high-contrast interferometric fringes and a
clear image formation can be obtained if Δz is approximately
less than 2D. Therefore, the highest magnification for each
MS can be obtained at Δz ∼ 2D. Both the fringe contrast
and the sharpness of the images are decreased when Δz is increased. Acquiring the same magnification enhancement can be
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Fig. 4. Magnification factor for three silica MSs of D ∼ 100 μm,
D ∼ 234 μm, and D ∼ 529 μm sizes versus their relative positions
to the Mirau-MO. Final magnification is obtained by multiplication
of this factor and the system’s magnification without an MS. The
dashed line indicates a factor of 5.5 that can be obtained with all
of the MSs by properly positioning them between the Mirau-MO
and the sample. D ∼ 100 μm at Δz  115 μm, D ∼234 μm at
Δz  215 μm, or D ∼ 529 μm at Δz  625 μm, indicated by red
dots (a), (b), and (c) on the dashed line, respectively. The corresponding recorded holograms are shown in the inset of the plot, and their
reconstructed 3D profiles are shown in the bottom of the figure.

provided by the use of any of the above-mentioned MSs; as
shown, for example, for ∼5.5 enhancement in the plot of
Fig. 4 [indicated by (a), (b), and (c)]. However, as the sample
holograms in the insets show, the resulting holograms may differ in terms of the effective field of view and the fringe contrast.
The associated reconstructed 3D images are also shown in
Fig. 4. The magnification factor was calculated by averaging
its values along several lines, similar to the AB line in Fig. 2(f ),
for each reconstructed hologram. Due to the limitation imposed by the field of view, the length of the AB line covers
smaller numbers of pixels in higher magnifications. Hence,
the averaging values have higher error bars. The resolutions
in the longitudinal and lateral directions are decoupled in this
system. Hence, the increase in the resolution in lateral directions by inserting an MS between the Mirau-MO and the
object will not alter the resolution in the longitudinal direction,
as illustrated in Figs. 4(a)–4(c). By digitally processing the
holographic pattern at different depths, the intensity image
of the sample under study can be reconstructed. The numerical
refocusing capability may be used for a synthetic extension
of the image depth of field, which is useful, for instance, in
biomaterial imaging.
We further observed that placing the MS in immersion oil
substantially increases the effective magnification. We injected
a thin layer of oil between the MS and the sample. The
improved resolution of the microsphere-assisted imaging
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technique is related to the enhancement of the effective NA of
the system due to the reduction of the wavelength of light in the
medium and the enhancement of the collection cone of the
objective lens. Our observations are in agreement with previous
studies for super-resolution imaging through embedding high
refractive index MSs within transparent elastomers [32].
We then demonstrated the use of our setup in 3D imaging
and identification of biological samples. Blood samples were
collected from a healthy subject and from a subject who tested
positive for thalassemia minor. Thalassemia is an inherited
blood disorder in which the body creates hemoglobin with
an abnormal form [33,34]. There are different types of thalassemia diseases, and each one includes thalassemia major and
thalassemia minor forms. Thalassemia minor occurs if one receives the faulty gene from only one parent. In medical laboratories, a complete blood count (CBC) test may reveal anemia,
and a hemoglobin electrophoresis test can show the presence of
abnormal hemoglobin forms. tRBCs are known to appear small
and abnormally shaped under the microscope. However, the
volumetric measurement of a single-cell morphology may
provide a more precise identification of tRBCs in relation to
normal ones, which can be obtained using DHMicroscopy experiments [35]. Figures 5(a) and 5(b) show holograms of RBCs
that were recorded without and with an MS (D ∼ 234 μm) in
the Mirau-DHMicroscopy system, respectively. Figures 5(c)
and 5(d) are the associated phase patterns obtained from the
reconstructed holograms after subtracting the background
phase information obtained from the corresponding reference
holograms for a normal RBC and for a tRBC, respectively. As
can be seen, the phase of the RBC and the rest of the field
of view have different value ranges. Since the phase difference
is a function of both the thickness and refractive index of the
sample under study, changes in both can be revealed by phase
changes. However, we assume here negligible changes for the
refractive index, so the phase changes are due to the variations
in the RBC thickness. By a simple grayscale-to-binary transformation of the phase maps, the surface covered by any RBC can
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Fig. 5. (a) Hologram of RBC sample without using MS in MirauDHMicroscopy setup. (b) Hologram of an RBC with MS-assisted
Mirau-DHMicroscopy (D ∼234 μm). (c) 3D Phase map of a normal
RBC and (d) tRBC from hologram reconstruction. (e) Final volume of
about 140 RBCs from normal (blue) and thalassemia (red) samples.
(f ) Histogram of the volume distribution of the normal and tRBCs.
The blue and red dashed lines in Fig. 5(e) show the mean value of the
normal and tRBCs’ volume, respectively. The black dashed line shows
the average volume of all the samples, which can be taken as a
discrimination threshold.

be assessed. The cross-sectional thickness profile along any
arbitrary line across the cells can also be calculated, and hence,
the volume of the cells can be obtained. For normal RBC
differentiation from tRBC, we recorded a large number of holograms from RBCs with an MS and calculated the corresponding volume of several cells in each sample. The volume of
RBCs was calculated following the method explained in [36].
Figure 5(e) shows the final volume of about 140 RBCs (from
normal and thalassemia ones), demonstrating the visible contrast between the two types, even for this limited number of
cells, which may not be achieved by the use of a conventional
high-magnification microscopes or through a CBC test.
Figure 5(f ) is the histogram of the volume distribution of the
cells, which shows the predicted volume distribution by a quick
observation.
From the recorded holograms for large numbers of cells, further measurements can also be obtained, e.g., the roughness of
the cell membranes, thickness distribution behavior, cell circularity, volumetric aspect ratio, and cell convexity, to name a
few. These parameters can serve as identification parameters
for further study of the effect of important organic compounds
on the structural properties of cells. However, for the current
case, considering the changes in volume of the cells has shown
to be sufficient to discriminate tRBCs from normal RBCs.
4. CONCLUSION
We have experimentally demonstrated a super-resolved
common-path DHMicroscopy by using a glass MS placed
within the working distance of a Mirau-MO and showed its
capability for cell identification purposes. This arrangement
offers a vibration-immune and compact apparatus to perform
3D imaging with a high resolving power. The improvement
in the lateral resolution depends on the size and the vertical
position of the microsphere, and by varying these parameters,
the system resolution and magnification can be adjusted. We
observed that imaging with a bigger MS has a wider field of view,
but the magnification improvement factor is less sensitive to the
MS vertical position. Therefore, according to the imaging conditions, a proper MS size may be chosen. We tested the setup
using a commercial test target and also a DVD surface. Further,
we successfully used the information from the DHMicroscopy
to identify tRBCs through volumetric measurements of cells.
Our microsphere-assisted DHMicroscopy approach may be
applied to a variety of DHMicroscopy arrangements to improve
the resolution [37], and it has the potential to become a benchtop apparatus for biomedical measurements.
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