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Deep learning-enhanced microscopy with

extended depth-of-field

Yide Zhang®'™

Abstract

A computational imaging platform utilizing a physics-incorporated, deep-learned design of binary phase filter and a
jointly optimized deconvolution neural network has been reported, achieving high-resolution, high-contrast imaging
over extended depth ranges without the need for serial refocusing.

Optical microscopy has served as an indispensable tool
across a multitude of scientific disciplines and clinical
applications. Despite its transformative impact, traditional
optical systems are constrained by intrinsic limitations
such as a restricted depth-of-field (DoF). The DoF is a
critical parameter that defines the depth range of an
object that can be sharply imaged by a given optical
imaging system. It is defined as

n-A n
PoF =Nz T i NA
where 7 is the refractive index of the imaging medium, 1
denotes the wavelength of the light, NA is the numerical
aperture of the objective, M is the magnification factor of
the microscope, and e represents the pixel pitch of the
image sensor. According to the definition, extending the
DoF is feasible by reducing the NA. However, the NA also
dictates the system’s spatial resolution, as governed by the
Abbe diffraction limit, defined as A/2NA. Therefore, an
intrinsic trade-off exists between extending the DoF and
maintaining high spatial resolution. To accomplish both,
conventional approaches often require a tedious process
of iterative refocusing for different axial positions of the
sample. This compromise poses substantial challenges in
applications like cytometry’, histology”, and endoscopy’,
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where the imperative for high-resolution imaging over an
expansive axial range is critical.

To address this issue, recent attention has shifted
towards binary phase filters (BPFs)*~®. These filters,
composed of concentric rings with alternating phases,
offer a promising avenue for extending the DoF without
degrading the spatial resolution of the microscope. What
makes BPFs particularly appealing is their simplicity and
ease of manufacturing. Researchers have been drawn to
explore their potential to overcome the DoF limitations in
conventional optical microscopy. However, designing
BPFs with more than five concentric rings has proven to
be a daunting computational task, characterized by
intricate non-linear equations’. This computational
complexity has, in the past, acted as a bottleneck, limiting
researchers from exploring the full potential of BPFs in
overcoming the DoF limitations in optical microscopy.

In a recently published paper in Light: Science &
Applications, a team of researchers from Yonsei Uni-
versity, Seoul, Republic of Korea, have proposed an
innovative solution to these challenges®. Their approach
termed the E2E-BPF microscope—an acronym for “end-
to-end optimized binary phase filter’—redefines the pos-
sibilities of optical microscopy by enabling high-
resolution imaging across an extended DoF without the
need for serial refocusing. E2E-BPF seamlessly blends
principles of physics with the power of deep learning
techniques’. The key innovation in E2E-BPF is the com-
bination of physics-based principles with deep learning
techniques, leading to the design of a BPF that can be

Open Access This article is licensed under a Creative Commons Attribution 4.0 International License, which permits use, sharing, adaptation, distribution and reproduction
in any medium or format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the Creative Commons license, and indicate if

changes were made. The images or other third party material in this article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the material. If
material is not included in the article’s Creative Commons license and your intended use is not permitted by statutory regulation or exceeds the permitted use, you will need to obtain
permission directly from the copyright holder. To view a copy of this license, visit http://creativecormmons.org/licenses/by/4.0/.


www.nature.com/lsa
http://orcid.org/0000-0002-9463-3970
http://orcid.org/0000-0002-9463-3970
http://orcid.org/0000-0002-9463-3970
http://orcid.org/0000-0002-9463-3970
http://orcid.org/0000-0002-9463-3970
http://creativecommons.org/licenses/by/4.0/
mailto:yzhang34@caltech.edu

Zhang Light: Science & Applications (2023)12:284

Page 2 of 3

a
Deep-learning-based binary phase filter
4
Physical
_model 0
—
b @Joint optimization

U-net-based image reconstruction

Fig. 1 lllustration of the concept of E2E-BPF microscopy reported in ref. 8 a Optimization of the deep-learned design of the binary phase filter,
which is initialized with a continuous axisymmetric function, based on the physical model describing the imaging process. b U-net-based image
reconstruction network that is jointly optimized with the binary phase filter in (a). ¢ Comparison of the multicolor fluorescent images of a mouse
kidney tissue section (tubules stained with AF488, F-actin filaments stained with AF568, DNA stained with DAPI) acquired with the standard (bottom-
left) and E2E-BPF (top-right) microscopes, which have standard and extended depths-of-field, respectively
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effectively tailored to extend the DoF (Fig. 1a). Diverging
from traditional approaches that face limitations related
to the number of concentric rings in the BPF, the E2E-
BPF microscope leverages a deep learning framework that
jointly optimizes the BPF design and the relevant U-net-
based imaging reconstruction network using a vast data-
set'® (Fig. 1b). This synergistic approach allows the design
of BPFs with a larger number of concentric rings, thereby
dramatically extending the DoF by a factor of 15.5 (using
64 design variables) when compared to conventional
optical systems.

The efficacy of the E2E-BPF microscope was evaluated
through numerical simulations and experimental validation.
The authors employed both fluorescently labeled beads and
histological sections of biological tissues as test samples.
Notably, they demonstrated its biological viability by ima-
ging cellular specimens and a thick mouse kidney tissue
section stained with fluorescent dyes—all achieved without
the need for refocusing (Fig. 1c). The results consistently
indicated a substantial enhancement in resolution and
contrast while extending the DoF significantly. In addition,
the time required for image acquisition and processing was
reduced by a factor of 15.5, substantially alleviating the time
burden typically associated with conventional imaging
techniques requiring serial refocusing.

The potential applications of the E2E-BPF microscope
are broad and far-reaching. It offers a highly effective and
scalable strategy for DoF extension in optical imaging
systems. One particularly notable application is in light
sheet fluorescence microscopy, where extended DoF and
high light efficiency are critical®. The E2E-BPF can be
tailored to generate sharp and elongated excitation light

sheets, enhancing the visualization of fluorescent samples
in three dimensions. This opens new possibilities for high-
throughput, high-resolution volumetric imaging without
the need for serial refocusing. Furthermore, the E2E-BPF
platform has the potential to benefit other 3D imaging
modalities, such as optical coherence tomography'' and
photoacoustic microscopy'”>. These techniques also
demand high-resolution imaging over an extended DoF,
and the E2E-BPF promises to enhance their imaging
performance and broaden their applications.

The impact of this work is significant and multifaceted.
It is poised to revolutionize rapid image-based diagnosis,
optical vision, and metrology by providing a tool that
overcomes the limitations of conventional microscopy.
Looking ahead, there are several exciting directions for
future research. Incorporating system aberrations into the
design framework presents an opportunity to further
enhance image quality. This strategy can be extended to
handle spatially varying aberrations in 3D microscopes.
Additionally, addressing aberrations stemming from
mismatches between immersion liquids and imaging
samples, a common issue in high-NA imaging systems, is
a promising avenue. Importantly, the E2E-BPF platform
exhibits the potential for even greater DoF extension. The
authors have successfully designed BPFs that achieve an
even greater 22.08x-DoF extension using 128 design
variables. This underscores the versatility and scalability
of the E2E-BPF approach, hinting at its continued impact
on the field of optical imaging.
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