Open Access Article. Published on 26 marzo 2024. Downloaded on 17/07/2025 20:56:27.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

[{ec

Lab on a Chip

PERSPECTIVE

7 ROYAL SOCIETY
PN OF CHEMISTRY

View Article Online
View Journal | View Issue

i '.) Check for updates ‘

Cite this: Lab Chip, 2024, 24, 2397

mapping

Development of wafer-scale multifunctional
nanophotonic neural probes for brain activity
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Optical techniques, such as optogenetic stimulation and functional fluorescence imaging, have been
revolutionary for neuroscience by enabling neural circuit analysis with cell-type specificity. To probe deep
brain regions, implantable light sources are crucial. Silicon photonics, commonly used for data

communications, shows great promise in creating implantable devices with complex optical systems in a

compact form factor compatible with high volume manufacturing practices. This article reviews recent

developments of wafer-scale multifunctional nanophotonic neural probes. The probes can be realized on
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200 or 300 mm wafers in commercial foundries and integrate light emitters for photostimulation,
microelectrodes for electrophysiological recording, and microfluidic channels for chemical delivery and
sampling. By integrating active optical devices to the probes, denser emitter arrays, enhanced on-chip

biosensing, and increased ease of use may be realized. Silicon photonics technology makes possible highly
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versatile implantable neural probes that can transform neuroscience experiments.

1 Introduction

The brain holds vast potential for discovery, with applications
ranging from therapies for neural disorders and diseases to the
advancement of artificial intelligence.™* This motivation has led
to major research initiatives globally with the mission of
mapping the structural and functional characteristics of the
mammalian brain.*” These projects, such as the BRAIN

Ankita Sharma is  currently
pursuing her Ph.D. degree in
Electrical and Computer

Engineering at the University of
Toronto while conducting her
research at the Max Planck
Institute  of  Microstructure
Physics under the supervision of
Prof. Joyce Poon. Her main
research focus is on integrated
photonic  circuits for beam-
steering  applications.  Ankita
earned her B.S. degree from the
California Institute of Technology
in 2018 and M.S. degree from ETH Zurich in 2020, both in the
field of Electrical Engineering.

Ankita Sharma

Lab Chip, 2024, 24, 2397-2417 | 2397


http://crossmark.crossref.org/dialog/?doi=10.1039/d3lc00931a&domain=pdf&date_stamp=2024-04-27
http://orcid.org/0000-0001-5482-2884
http://orcid.org/0000-0002-7128-3517
http://orcid.org/0000-0001-6188-7969
http://orcid.org/0000-0002-3691-4344
http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d3lc00931a
https://pubs.rsc.org/en/journals/journal/LC
https://pubs.rsc.org/en/journals/journal/LC?issueid=LC024009

Open Access Article. Published on 26 marzo 2024. Downloaded on 17/07/2025 20:56:27.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

Perspective

initiative in the United States, the Human Brain Project in
Europe, the China Brain Project, the Brain/MINDS project in
Japan, and the Korea Brain Initiative, have spurred the
development of a wide range of innovative neurotechnologies,
ranging from molecular genetic to hardware tools,*° to map
brain activity with cellular resolution.

An important class of tools is implantable probes that can
stimulate and record neuronal activity in deep brain regions at
depths beyond the attenuation length of visible light (<1 mm
from the surface of the brain''), where the beam intensity
decreases by a factor of 1/e with reduced spatial resolution. An
example of a technology that has been steadily gaining
traction in the neuroscience community in recent years is
Neuropixels, a complementary metal-oxide semiconductor
(CMOS)-based implantable silicon (Si) neural probe with up to
5120 recording sites.'>"® This unprecedentedly high electrode
density is revolutionizing large-scale extracellular recording,
enabling detailed studies of neuronal spiking activity, the
primary communication signal between neurons, in different
brain regions of a mouse during complex behaviors."* On the
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other hand, extracellular electrophysiology can have sampling
bias toward cells with high firing rates.™ Also, complementary
techniques are still required to validate the identification of
certain cell types through extracellular recordings.'®'” These
shortcomings can be overcome with optogenetics and
functional fluorescence imaging, where genetic modifications
make neurons of specific cell types interrogable with light.*°
For single-photon absorption, optical excitation typically uses
a wavelength in the visible spectrum. For example, for
optogenetic photostimulation, channelrhodopsin-2 (ChR2),'®
the most widely used light-sensitive ion channel, opens upon
exposure to blue light (1 ~ 470 nm (ref. 19)) to trigger action
potentials; and genetically-encoded fluorescent indicators that
are reporters of neural activity, such as GCaMP for calcium,
QuasAr for voltage, and dLight for dopamine, also absorb
wavelengths in the visible spectrum.’*** These optical
techniques for mapping neural motivate the
development of implantable microtechnologies that bring
light into deep brain regions, akin to electrophysiological
probes.
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A simple way to deliver light into the brain is to implant a
single-core optical fiber, but conventional fibers typically have
larger cross-sectional areas on the order of 107> to 107" mm?
(ref. 23) compared to Si probes (10~ mm?). Conventional fiber
implants without additional wavefront compensation also
lack selectivity for multiple emission sites and important
functions, such as electrophysiological recording. Optical
fibers can be implanted with Si electrophysiological
probes,>*?* but increasing the number of optical channels to
stimulate multiple brain regions requires implanting several
optical fibers, which can be challenging to implement at scale
and high density. Custom multifunctional fiber implants with
integrated microelectrodes and microfluidic channels enable
electrophysiological recordings and chemical delivery with a
single implant,>®*” but they typically have a low number
(<10) of addressable light emitters, electrodes, and fluidic
channels demonstrated in in vivo experiments.

In contrast, Si-based neural probes integrated with
optoelectronic materials can realize more than a hundred
microscale light emitting diodes (either w-LEDs**™' or
u-OLEDs*?) and microelectrodes on probe shanks. For example,
ref. 31 reported the integration of 256 electrodes and 128
w-LEDs on a probe. However, each emitter is limited to a
Lambertian emission profile, constraining its versatility for
neuroscience applications requiring patterned illumination,
such as light-sheet imaging. In addition, the low wall-plug
efficiency of the p-LEDs and p-OLEDs can limit the optical
output power to tens of pW or less to minimize heating in brain
tissue or to avoid interconnect failure due to the drive
current.*®??13% This limitation means that the devices may be
less suitable for applications that require high power to
illuminate large brain volumes over long durations.***

An alternative class of light delivery implants use micro-
and nano-scale waveguides patterned on Si wafers. The
waveguides bring light from an external light source into the
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brain. The light source(s), being physically separated from
brain tissues, reduce the risk of inducing thermal damage to
the brain. Initially, the probes used microscale multimode
(MM) waveguides that are about 10 to 40 pm wide, >5 pum
thick, and made of SU-8 or SiON, which emit light from the
distal end into the brain.**™** In recent years, the advent of Si
nanophotonic technology, with photonic components
fabricated using CMOS-compatible processes, has made it
possible to realize complex and densely integrated photonic
circuits at scale, on 200 or 300 mm diameter Si wafers and
manufactured in foundries.*® This opens the opportunity to
develop nanophotonic neural implants that are mass-
manufacturable, have complex optical functionalities, and
are suitable for cointegration with other technologies. Such
nanophotonic circuits have submicron feature sizes and
chiefly use single-mode (SM) waveguides, which enable
designs of efficient passive and active components, such as
grating couplers, power dividers, wavelength multiplexers,
polarization controllers, and optical switches.*>** Recently,
ref. 45 reported the monolithic integration of nanophotonic
waveguides on CMOS-based neural probes with 960
electrodes and 28 grating emitters, with 14 emitters per
wavelength of 450 and 638 nm for dual-color stimulation.
Foundry fabrication is critical for such highly integrated
nanophotonic neural probes. Table 1 summarizes the state-
of-the-art Si neural probes with light emission capabilities,
reporting the maximum number of electrodes, emitters, and
microfluidic channels realized on the devices by the same
research group.

The nanophotonic neural probes from our group have been
highly versatile. The probes have up to 16 emitters which can
provide different beam emission profiles (i.e., low-divergence,
light sheet, focusing, steerable beam®®>?), enabling precise
control over the stimulation volume or structured illumination
for fluorescence imaging. Additionally, the probes can integrate
an electrode count comparable to that of commercially available
passive electrophysiological neural probes.”*>* The probes are
fabricated in a commercial foundry (Advanced Micro Foundry),
and hundreds to more than a thousand probes fit on a 200 mm
diameter Si wafer. The probes combine waveguides and
electrodes,”>® and microfluidic channels can be 3D printed
onto the probes.”® This versatile platform lays the foundation
for multifunctional neural probes for multimodal exploration of
neural circuits.

This perspective provides an overview of implantable
nanophotonic neural probes for photostimulation and
recording in deep brain regions. Because conventional Si
photonics  has  been  developed for fiber-optic
communications, which use infrared wavelengths spanning
from ~1.2 pum to ~1.6 um, numerous innovations in Si
photonic platforms and devices have been made to realize
implantable neural probes operating in the visible
wavelength range.®® This article will review some of the key
technologies in nanophotonic neural probes and their
relevance to neuroscience experiments, and it will conclude
with discussions on the challenges and future directions.

Lab Chip, 2024, 24, 2397-2417 | 2399
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Table 1 Summary of the specifications of silicon neural probes with light emission capabilities

Beam Implant # of independently #of Foundry
Emitter emission cross-sectional #ofSi #of addressable Wavelengths microfluidic fabricated
type profile area” [um’] shanks electrodes emitters [nm] outlets probe? Ref.
SIN Flexible” 70 to 150 x 50 Upto 72 16 488, 5949 1 Yes 46-52,
waveguide to 100 + 80 x 30° 4 55
SiN Diverging 70 x 33 1 960 14 x 2 colors 450, 638 NA Yes 45
waveguide
SiN Low-divergence 45 x 15 1 64 3 x 2 colors 450, 655 NA No 57-59
waveguide  or focusing
SiN Low-divergence  >100 x 250 1 4 8 473 NA No 60
waveguide
SiN Low-divergence 100 x 30 1 24 6 x 2 colors 450, 590 NA Yes 61
waveguide
SiN Low-divergence 100 x 23.5 2 40 2 532 NA No 62, 63
waveguide
SiN Low-divergence 20 to 90 x 18 3 0 27 473 NA No 64
waveguide
SU-8 Diverging beam 128 x 40 + 40 x 15° 4 32 1 473 1 No 42
waveguide
SU-8 Diverging beam 250 x 50 + 15 x 13° 2 8 4 650 NA No 40
waveguide
SiON Diverging beam 360 x 625 + ~20 x 9° 1 0 12 473, 632 NA No 36
waveguide
SiON Diverging beam 70 x 22 + 30 x 7° 4 32 4 405, 635 NA No 41
waveguide
SiON Diverging beam  ~200/ x 65 32 0 192 473 NA No 37
waveguide
Oxynitride  Diverging beam 70 x 15 + 14 x 11¢ 1 8 1 473 NA No 38
waveguide
u-LED Lambertian 50 to 140 x 30 4 256 128 470 NA No 31
w-LED Lambertian 200 x 50 1 17 16 x 2 colors 462, 625 NA No 65
u-LED Lambertian 100 x 40 6 0 96 450 NA No 29
u-OLED# Sub-Lambertian 100 x 55 4 32 1024 490, 620" NA No 32
Multimode Diverging beam 2212.5% n’ 1 9%60%x3 1 ~473 NA Yes’ 12,25
fiber® probes
Polished Lambertian-like 75 um wide probe* + 1 32 60 473, 594 NA No 24
fiber® at the fiber tip ~ 5.9% w or 15> & per

emitter’

“ Only report the cross-sectional area of a single shank unless specified otherwise. ” We have demonstrated emitters with various beam

characteristics utilizing a single-layer SiN waveguide, including low-divergence beams, light sheets, steerable beams, and focusing beams.

46-52

¢ Cross-sectional area of a silicon shank + a 3D printed microfluidic channel. ¢ Ref. 47-50 reported with wavelength operation at 488 nm and
ref. 51 reported at 488 and 594 nm. ¢ Cross-sectional area of a silicon shank + a waveguide fabricated on the shank.” Width estimated from
Fig. 1b in ref. 37. ¢ Electrodes and optical emitters are on separate devices. " Peak emission wavelengths estimated from Fig. 2d in ref. 32. ’ The
cross-sectional area of the shank of the electrophysiological silicon probe + the fiber.” Only the electrophysiological Si probe was fabricated in
the foundry. * Probe thickness is not reported.

2 Nanophotonic neural probes

Fig. 1(a) shows an overview of an example of our group's
nanophotonic neural probe system, which includes the
implant and peripheral systems. In addition to multichannel
photostimulation, our multifunctional nanophotonic neural
probes can also support electrophysiological recording and
microfluidics for chemical delivery and sampling. A
nanophotonic neural probe with embedded waveguides is
shown in Fig. 1(b). The 3 basic building blocks of a
nanophotonic neural probe are (1) fiber-to-chip couplers that
couple light from an optical fiber onto the chip, (2)
waveguides that guide light along the probe shank, and (3)
grating coupler emitters that radiate light into the brain
tissue. The example probe has a cross section illustrated in
Fig. 1(c) with silicon nitride (SiN) as the waveguide core and

2400 | Lab Chip, 2024, 24, 2397-2417

silicon dioxide (SiO,) as the cladding. The photonic layer was
built on 200 mm diameter Si wafers, with the SiN patterned
using deep ultraviolet (DUV) lithography and reactive ion
etching (RIE). After the top cladding was deposited, the probe
shapes were formed using deep trench etching. Finally, the
whole wafer was thinned to =~50-100 um to release the probe
from the wafer and reduce the volume of the implant.
Hundreds to more than a thousand probes can fit on a single
200 mm wafer.

2.1 Waveguides and routing components

Nanophotonic neural probes to date*>>>*"~%* use SiN and

SiO, as the core and cladding of the waveguide, respectively,
due to their optical transparency in the visible spectrum and
compatibility with Si photonic foundries.*>®” The waveguide

This journal is © The Royal Society of Chemistry 2024
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Fig. 1 (a) Conceptual illustration of the multifunctional nanophotonic neural probe with its shank implanted in the mouse brain. Multiple devices
can be integrated on the probe shank, including electrodes, optical emitters, and a 3D-printed microfluidic channel. Peripheral instruments are
essential for enabling the probe to perform multichannel optogenetic stimulation, electrophysiological recording, and chemical delivery and
sampling (see sections 3 and 4 for more details). The figure is created with https://BioRender.com. (b) Micrograph of a photonic-only
nanophotonic neural probe featuring a single shank with 21 grating coupler emitters, each connected to an edge coupler on the chip facet of the
probe base. (c) Cross-sectional illustration of the nanophotonic neural probe. A single SiN waveguide was used to form the passive visible photonic
integrated circuits (PICs), mainly for routing light on the chip. The outline of the probe was defined by a deep trench process, and the probe was
released from the wafer by backgrinding the Si substrate to a thickness of 50-100 um. (b) and (c) are reprinted with permission from ref. 46 ©

Optical Society of America.

propagation loss is typically dominated by scattering from
the sidewall roughness, quantified by the root mean squared
of the roughness profile.®® Due to the high confinement of
the optical field in the waveguide, short (blue) wavelengths
require smoother sidewalls to achieve low propagation loss
compared to infrared light. The SiN layer can be formed with
either plasma-enhanced chemical vapor deposition (PECVD)
or low-pressure chemical vapor deposition (LPCVD). PECVD
SiN is formed at temperatures <400 °C, compatible with
back-end-of-line (BEOL) processes in the foundry. The high
temperatures for LPCVD SiN can anneal the waveguide
material to reduce optical absorption.®” The PECVD SiN
waveguides in our photonic platform, with cross-sectional
dimensions of 340 x 135 nm?, were SM and had propagation
loss between 6 and 1.5 dB cm ™" in the wavelength range of
430-648 nm,’® within the range achieved by other
nanophotonic neural probes.*>60-62:64

Light from a fiber-coupled external laser diode is coupled
onto the chip using a fiber-to-chip edge coupler. We chose an
edge coupler, instead of a surface grating coupler geometry,
to minimize the physical profile of the device and to make it
easier to fit under a microscope objective lens. The edge
coupler is a waveguide taper with a width of 5.2 um at the
chip facet that narrows to the width of the routing waveguide
over a distance of ~400 um. Nonetheless, due to the large
mode mismatch between the fiber mode (~3 pm) and the
waveguide mode that is tightly confined in waveguides with
thicknesses of 120-200 nm, most of the optical loss of the
probe occurs at the chip facet with coupling efficiency of the
edge coupler ranging from -6.9 to -11.3 dB for A = 430-648
nm.*® For long, millimeter-scale routing distances from the
probe base to the tip of the shank, we used waveguide widths
in the range of 0.6-1 um to reduce propagation loss due to

This journal is © The Royal Society of Chemistry 2024

sidewall roughness. Each waveguide is connected to a grating
coupler emitter on the shank to radiate light vertically out of
the probe.

Complex optical routing, such as the routing network for
light-sheet generation on the probe discussed in section 2.2.3,
uses multimode interference (MMI)-based waveguide crossing
structures and 1 x 2 power splitters. These devices exploit the
self-imaging property within a MM waveguide, where the input
field is replicated in single or multiple images at periodic
intervals along the propagation direction.”® An output waveguide
can be placed at the self-imaging positions to extract a replica of

Simulation
Region 1.00
rrrrrrrrrrrrrrrrrrrrrrr T 0.75
W;’Q Lym M ! 0.50
A ) x 0.25
77777777777777777777777777 0.00

:I:Ltaper
(b)
e —
1.00
= 0.75
5 0.50
o i x 0.25
0.00
20pm
Fig. 2 (a) Schematic of the waveguide crossing device and (b) optical

micrograph of an MMI-based 1 by 2 power splitter. The simulated top-
down electric field profile (|E,|) for (a) and the electric field intensity
profile (|EX|2) for (b) are presented on the right. Reprinted with
permission from ref. 46 © Optical Society of America.
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the input field. For the crossing structure in Fig. 2(a), the center
of the crossing is located at the first self-imaging location where
the converging beam pattern minimizes the scattering at the
crossing. The output waveguide is located at the second self-
imaging position to guide the light into a SM waveguide. For the
MMI-based 1 x 2 splitter in Fig. 2(b), the two output waveguides
are located at the two-fold self-imaging position to split the input
power into two waveguides. Both devices are tolerant to
fabrication variation because they do not contain fine feature
sizes. They can operate in the visible spectrum (450-640 nm) with
an optical loss of <3 dB and <1 dB at the designed wavelength.*
The loss of the device can be optimized for the excitation
wavelengths of numerous opsins (i.e., ChR2, Halorhodopsin and
ChrimsonR'®”*"?) and indicators for functional imaging (i.e.,
GCamP6, jJRGECO1 (ref. 9)).

2.2 Grating emitters

The emitters used for optogenetic applications should meet
the following three criteria. First, to induce robust spiking
activity, the emitters should provide output power exceeding
the intensity threshold of the opsins. For ChR2, the intensity
threshold is about 1 mW mm 27® Second, the emitters
should dissipate minimal heat with a conservative threshold
of a 1 °C temperature increase in tissue to prevent thermally
induced neuronal activity or tissue damage.”*”® Third, as an
implantable device, the footprint of the emitter should be
small enough to fit on the probe shank (ideally <60 um in
width to reduce tissue damage”®).

For nanophotonic neural probes with optical losses of 20—
35 dB, grating emitters can induce robust stimulation with an
output power of a few microwatts, as demonstrated in several
studies.”>*~®1%* Moreover, these devices generally satisfy the
thermal criterion because the main heat sources (i.e., light
sources) are not in contact with the tissue. One distinct
advantage of nanophotonic neural probes with SIN SM
waveguides, in comparison with other Si-based implantable
light delivery devices (i.e., optoelectronic Si probes, and
probes with MM waveguides), is the versatility of their grating
emitter design. The beam emission profiles of an emitter can
be tailored to suit specific neuroscience applications and
control the photostimulation extent. So far, four types of
emitter designs have been realized on nanophotonic neural
probes: (1) low-divergence uniform grating emitters, (2) out-
of-plane focusing grating emitters, (3) light-sheet emitters,
and (4) optical phased arrays. Most emitter types are small
enough to fit multiples of them on a probe shank with width
<100 um (more details in the following subsections).

2.2.1 Low divergence uniform grating emitters. Uniform
gratings emit beams with a low divergence profile, which is
advantageous for confining the stimulation extent. An array of
emitters can be integrated along the shank to stimulate
multiple regions at high spatial resolution. Most nanophotonic
neural probes with SiN SM waveguides®®>°%6%62764 yge
uniform grating emitters shown in Fig. 3(a) due to their
simplicity in design and small footprint, usually a few to tens of
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Fig. 3 (a) 2D cross-sectional illustration of the uniform grating emitter

structure. f is the propagation constant in the grating. The black
arrows denote the light radiation from the incident beam in the
waveguide on the grating structure. These radiated beams
constructively interfere to form a directional beam with a wavevector
ko, and an emission angle of . ¢ represents the angular direction
perpendicular to the plane. (b) Optical micrographs of the
nanophotonic neural probe tip showing light emission at wavelengths
of 460 nm, 505 nm, 532 nm, and 580 nm from a grating emitter.
Adapted with permission from ref. 46 © Optical Society of America.

micrometers in width and tens of micrometers in length. The
emission beam is highly directional, and the emission angle is
related to the grating period according to the phase-matching
condition:

ko sin0+m2—n=/3, (1)

A

where k, is the wavenumber of the emitted beam, 6 is the
emission angle relative to the perpendicular axis to the probe,
m is the diffraction order, 4 is the grating period and S is the
propagation constant of the optical mode in the grating.

The low-divergence gratings on our neural probes typically
have a uniform grating pitch of 440 nm and a grating width
of 6 pm and a length of about 30 pm, resulting in an
emission angle close to 30° in air for blue light (1 = 488 nm)
and beam divergence angles of <1.6° and <8° in # and ¢ for
J = 430-645 nm,*® diverging less than the beam emission
from LEDs and MM waveguides.”®**®*> ¢ is in the direction
out of the plane in Fig. 3(a), orthogonal to the € direction.

Beam profiles are often characterized in fluorescein
solution. The low-divergence grating designs can achieve a
full-width at half maximum (FWHM) beam width of %10 um
at 100 pum distance.”>®* The emitter, shown in Fig. 3(b), also
supports wavelengths of 430-645 nm with variations in
emission efficiency and emission angle of about 10 dB and
30°, respectively. When operating the device at the optimal
polarization for each wavelength, the total transmission loss
from the edge coupler to the uniform grating emitter before
fiber packaging can be > -18 dB,*® providing sufficient power
budget for optogenetically inducing spikes which only require
a few microwatts of output power. Overall, this broadband
attribute is useful in experiments using multiple wavelengths
to control different neuronal populations (e.g., using both
ChR2 and ChrimsonR together).*!

The designed grating pitch can diffract a second-order
beam, but its intensity is >8 dB lower than the first-order
beam over a wavelength span of 470-495 nm and 530-540
nm, with maximum suppression of 17 dB and 14 dB

This journal is © The Royal Society of Chemistry 2024
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measured over these wavelength ranges, respectively.*® In
terms of integration density, we can integrate 21 uniform
grating emitters with a single SiN layer on a shank with width
tapering from 90 to 72 pm, while achieving minimal
waveguide crosstalk, similar to the large-scale u-LED probes
(32 u-LEDs on a shank with width tapering from 140 to 50
um (ref. 31)). Despite the sufficient shank space to integrate
more emitters, the primary constraint to increase the number
of emitters is the multiplexing scheme. So far, no
nanophotonic neural probes have demonstrated more than
16 channels per multiplexer,*>*?7°"** possibly due to design
considerations on optical loss and channel crosstalk.>®®
Further optimization of device performance in visible
wavelengths is required to scale the channel count. Another
solution to increase the number of addressable channels is
to use multiple multiplexing schemes (see section 5.2.3).
2.2.2 Out-of-plane focusing grating emitters. For uniform
grating emitters, the optical emission intensity decays
monotonically away from the emitter, and neurons close to
the surface are preferentially excited. However, the tissue
closest to the probe is also the most prone to damage from
the implantation process.”” To improve the spatial precision
of photostimulation, we have developed neural probes with
grating emitters engineered to focus light on a specific point
above the surface of the probe, confining the stimulation to
neurons near the focal point where the beam intensity is the
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highest.>® This type of grating emitter has been demonstrated
for ion control,”®”® memory addressing,’® and implantable
neural probes.”” However, in ref. 57, optical focusing on
tissue was not demonstrated.

A schematic of this type of emitter is shown in Fig. 4(a).
The grating teeth of the emitters are defined in the x-y plane
based on a phase-matching condition adapted from ref. 81
for a radial incident phase profile and a spherical output
phase profile centered at the focal site, (xo, yo, 2o). The phase-
matching condition is

2qn = Negrkor/ X% + y?

+ Nyissueko \/(x—xo)2 + (-90)" + 202, (2)

where ¢ is an integer, k, is the free-space wavenumber, 7. is
the effective index of the grating region, nussue is the
refractive index of the brain tissue, and x,, yo, 2o are the
coordinates of the intended focal point. This condition
defines contour lines, overlaid in green in Fig. 4(b), spaced
2n apart in the phase map generated by summing the
incident and output phase profiles, which are used to define
the periodic structure of the grating emitter. To obtain a
uniform emission profile along the grating emitter, the duty
cycle, Dg, is set to

D¢ = D, =R/ X* +)?, (3)
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Fig. 4 (a) Schematic of the out-of-plane focusing grating emitter with focal location (xo, yo. Zo). (b) Phase map generated by summation of the
incident phase profile and output phase profile over the x-y plane. The contour lines satisfying the phase-matching condition are overlaid in green.
(c) Simulated beam emission profile on the y = 0 plane. (d) Emitted beam cross-section (x-y plane) captured at various heights (z-axis) above the
surface of the probe immersed in water. (e) Captured side profile (x-z plane) of the beam emitted from an out-of-plane focusing grating emitter
on a probe implanted near the surface of a fixed brain tissue with Thyl-GCaMP6s expression. The red line indicates the axis of narrowest beam
width over which the beam waist is measured. Reprinted with permission from ref. 51.
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where D¢, is the initial duty cycle and R is the rate at which
the duty cycle is varied.

In ref. 51, we demonstrated this concept in a neural probe.
The focal height was established at z, = 50 pm, with the
parameters x, and R optimized through two-dimensional
(2D) finite-difference time-domain (FDTD) simulations on the
y = 0 plane. Subsequent validation was achieved using a 3D
FDTD simulation, as illustrated in Fig. 4(c). The optimized
grating was designed for 4 = 488 nm for ChR2. The grating
was 20 um x 60 um in size, allowing for the integration of 16
emitters on a 6 mm long, ~100 um wide shank.

The focusing capability of these probes in water and
tissue was characterized (for details, see ref. 51). The cross
sections of the emitted beam in water over the x—y plane
are depicted in Fig. 4(d). The measured beam waist had a
width of 4.0 um x 4.3 um (FWHM). Due to the long grating
periods present in the emitter, higher diffraction orders
were present as shown in Fig. 4(d). The intensity of the
unwanted diffraction orders was >7 dB lower than the focal
spot intensity in the imaged beam cross-sections, which
would be sufficient to suppress unwanted ChR2
activations.®

Next, we report the first demonstration of focusing of light
on biological tissue from a grating emitter. The fluorescence
emission profile was captured in a fixed brain slice
expressing Thy1-GCaMPé6s, as shown in Fig. 4(e). The focal
point beam width in the tissue was about 8.4 pm (FWHM)
measured along the red line in Fig. 4(e). This beam width
roughly matches the diameter of the neuronal soma,** and
can be further combined with optogenetic actuators that
target expression in specific structures of neurons®® for
spatially precise optogenetic stimulation.

2.2.3 Light-sheet emitters. Light-sheet fluorescence
microscopy (LSFM) is widely used for high-speed volumetric
imaging, capturing structural and functional neural data
from quasi-transparent tissues like larval zebrafish,
Drosophila melanogaster, cleared mouse brains, etc.®” " LSFM
offers the benefit of wide-field imaging while performing
optical sectioning at the focal plane, with a sheet thickness
of typically <10 um and a sheet length of hundreds of
micrometers,”**°° to generate minimal background signals.
However, the bulk optics in LSFM for forming light sheets
and collecting fluorescence limit its use as a miniaturized
implantable imaging system for deep brain imaging and
freely behaving experiments. Efforts have been made to
miniaturize LSFM using two graded index (GRIN) lenses, one
for light collection and the other combined with a prism to
create a light sheet.”® However, their millimeter-scale
footprint can still cause significant tissue displacement and
damage. In ref. 47 and 86, nanophotonic neural probes with
light-sheet emission were used to reduce the component size
for LSFM.

Ref. 47 reported the synthesis of a light sheet using a set
of grating emitters with a large divergence angle in ¢, which
allows the emission from neighboring gratings to merge and
form a sheet. The dimensions of the grating were 1.5 pm x
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~28 pm to achieve a wider divergence angle in ¢ while
maintaining a narrow divergence angle in 6. The optical
input to an edge coupler was split into 4 or 8 gratings on the
shanks with a routing network consisting of 1 x 2 power
dividers and waveguide crossings, as shown in Fig. 5(a). The
light-sheet beam profile in fluorescein solution had a semi-
uniform beam region covering an area >0.22 mm® and an
FWHM sheet thickness of <16 um up to 300 pm propagation
distance in free space, slightly larger than the sheet thickness
realized with another neural probe implemented with a
single grating as the light-sheet emitter.”> Optical sectioning
in imaging could be achieved by sequentially addressing light
to the 5 light-sheet emitters on the shanks with a vertical
pitch of 78 pm. Each shank tip had a width of 60 uym and a
thickness of 50-92 um.

The light-sheet probe was used for LSFM and light-field
microendoscope imaging.”””*® Using the probe as the
illumination for LSFM,*” the fluorescence was collected using
a long working distance objective from a fixed tissue, an
ex vivo GCaMP6 brain slice, and the cortex in vivo. Light-
sheet illumination significantly improved image contrast in
fixed tissue imaging, achieving over a 3-fold increase in the
regions of interest (ROI) with neurons compared to epi-
illumination. For the ex vivo brain slice experiment, Fig. 5(b)
shows that light-sheet illumination had sufficient and stable
power to allow clear observation of calcium dynamics. At the
peak of the calcium events, 4 out of 5 neurons showed
enhanced image contrast compared to epi-illumination
detailed in ref. 47. The probe has also been attached to a
fiber bundle light-field microendoscope to reduce the form
factor of an implantable imaging system and to eliminate the
need for an adjustable focus.®® Fig. 5(c) shows the light-sheet
light-field (LSLF) microendoscope with a light-sheet probe
attached to a 650 um-diameter imaging fiber bundle. The
fiber bundle encodes the angular information of light rays in
the optical modes of individual fiber cores for the light-field
reconstruction. The algorithm in ref. 93 was used to
reconstruct  the image. The light-sheet
illumination reduces the background signal and provides a
sparser signal with optical sectioning compared to epi-
illumination; thus, the LSLF microendoscope achieved a
significant enhancement in image contrast and noise
reduction especially at image depths >50 pm. This
enhancement is shown in the volumetric images of an
agarose block with fluorescent beads in Fig. 5(d).

These examples show that the light-sheet neural probe
opens a new approach to realize LSFM in a small form factor
suitable for freely behaving animal experiments. The
combined dimension of the probe and the fiber bundle is
around 750 pm thick, smaller than the GRIN lens approach,
which is around 2 mm thick.”® Although the light sheet
emitted from the neural probes is currently thicker than the
sheet formed with lenses (16 um vs. <10 pm), optimizing the
grating pitch can generate a more focused beam along the
axis of sheet thickness.”” Beyond applications in LSFM
imaging, light-sheet neural probes are also useful for

volumetric
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(a) lllustration of light-sheet formation using an array of four grating emitters. Light, coupled to a single edge coupler, is split across the

shanks via the routing network depicted in the schematic on the right. (b) Demonstration of light-sheet calcium imaging in a brain slice from a
Thyl-GCaMP6s mouse, with the light-sheet illumination from the probe. The fluorescence time trace on the right reveals activity in multiple
neurons within the region of interest labeled in the fluorescence image. The scale bar in the fluorescence microscopy image is 50 um. (a) and (b)
are reprinted from ref. 47 under a Creative Commons CC-BY 4.0 license. (c) Schematic of the light-sheet light-field microendoscope, implemented
through a fiber bundle attached to the light-sheet probe. Images of the assembled device are on the right. Reprinted with permission from ref. 85.
(d) Comparison of the volumetric image of fluorescent beads suspended in agarose, reconstructed using the light-field images with epi-
illumination via a fiber bundle and light-sheet illumination. The volumetric reconstruction using light-sheet illumination achieves superior imaging
depth with a higher signal-to-noise ratio (SNR) due to optical sectioning. The reconstructed volumes from epi-illumination and light-sheet
illumination have dimensions of 512 x 512 x 200 um and 512 x 512 x 250 um (xyz), respectively. Z axes were stretched for both volumes for
visualization. Reprinted from ref. 86 under a Creative Commons CC-BY 4.0 license.

selective ~ laminar  optogenetic  stimulation, enabling
optically sectioned interrogation of layers within a brain
region.

2.2.4 Steerable beams with optical phased arrays. PICs on
the neural probes can be further leveraged to provide beam-
steering functionalities in a small form factor.**° Scanned
light broadens the area of illumination, stimulating a series
of continuous regions within tissue samples,”* which can be
used to map neuronal connectivity”°® and conduct multi-
point calcium imaging.””°® Extending this method to deep
brain regions using implantable nanophotonic neural
probes requires integrated beam-steering devices that
minimize tissue heating, are small enough to fit on the
narrow shanks, and are capable of an extensive steering
range while maintaining spatial resolution at the neuron
scale.®® In addition, these devices should exhibit a
suppression ratio between the main lobe and the
background, typically greater than 7-10 dB, for localized
stimulation.®>°°

Neural probes with integrated SiN optical phased arrays
(OPAs) can meet these requirements. OPAs are solid-state
devices that utilize an array of coherent emitters to perform

This journal is © The Royal Society of Chemistry 2024

beam shaping and steering.””*°’ By adjusting the phase

relationships among the emitters, OPAs can create a
directional beam in the far-field via interference, and the
beam can be dynamically steered by updating the phase
relationships between the emitters. In the case of a one-
dimensional array of optical emitters, the emission angle of
the main beam in ¢ is given by'**

o= sin (50). (@)

2nd

where d is the pitch between adjacent emitters, and Ay is the
incremental phase shift applied to each successive emitter in
the array. Using this geometry, the emitter pitch should be

A . . - -
< 3 to achieve single-lobe emission. However, achieving such

close emitter spacings at visible wavelengths is challenging
due to fabrication limits and inter-waveguide crosstalk.'®®
Innovative strategies, like using an aperiodic pitch OPA'* or
on-chip microelectromechanical system (MEMS)-based
devices,'” can enable a single steerable beam at visible

. e VS
wavelengths without satisfying the d < > criterion. However,
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Fig. 6 (a) Scanning electron micrograph of an optical phased array (OPA) on a neural probe. The inset is a portion of the SiN grating array before
the top cladding was deposited during fabrication. Below are the measured top-down intensity beam profiles of the OPA emission in a brain slice
from a VGAT-ChR2-EYFP mouse.*® (b) Functional imaging test of the OPA neural probe in (a). Top-down fluorescence images at times t = 0 s and
t = 22.7 s show high contrast time-dependent fluorescence changes in the regions of interest. (a) and (b) are reprinted with permission from ref.
48 © Optical Society of America. (c) Two different sidelobe-free optical phased array designs integrated on neural probes. The use of a slab-
grating emitter enables single beam emission.*>*° Compared to OPA |, OPA Il contained no free propagation region (FPR) slab and employed a
straight instead of curved grating. (d) Top-down intensity beam profiles at various wavelengths of OPA Il in (c) when immersed in a fluorescein
solution.®® (c) and (d) are adapted with permission from ref. 49 and 50.

due to factors like their size, thermally tuned phase shifters,  half-wavelength criterion required for single-lobe emission.
or mechanical actuators near the light emitter, these  Over the wavelength range from 486 to 490 nm, as the
approaches are not ideally suited for implantable neural emitted beams propagated 50-150 um away from the neural
probes, as they could potentially damage the tissue. probe, the beam width remained <23 pm (FWHM). In the
Fig. 6(a) shows the first OPA design integrated onto a  hippocampal brain slices from Thyl-GCaMP6s mice, the OPA
neural probe.*® The OPA design was adapted from ref. 105  probe illuminated three neurons or clusters of neurons as
for blue wavelengths. The OPA was passive; the differential  shown in Fig. 6(b), and spontaneous time-dependent
phase shift between light emitters in the OPA was varied by  fluorescence was imaged with high contrast. The rise and fall
tuning the input wavelength. This wavelength tuning range  times of the calcium events corresponded to the GCamPé6s
was designed to be within the excitation spectrum of ChR2  dynamics for the burst of spikes. The OPA was also used for
and GCaMP6. The OPA comprised a star coupler, which  optogenetic stimulation of the brain slices on a
divided input laser light into 16 delay line waveguides with a  microelectrode array.*®
differential path length difference of 16 pm for a free spectral To emit a single beam without satisfying the half-
range of 6 nm. Each delay line terminated in a grating  wavelength criterion, an alternative OPA approach is to steer
coupler with a period of 440 nm and a fill factor of 50%. The  the beam in the plane of the probe with an end-fire OPA in a
grating couplers formed a 1D optical phased array with an  structure that removes the side lobes and then emits the light
array pitch of 700 nm. out of the probe with a grating. “End-fire” refers to a
The steerable light beams from OPA probes were captured  configuration where light is emitted in the plane of the
using fluorescence microscopy of the yellow fluorescent  probe. Fig. 6(c) from ref. 49 shows an example of this
protein (YFP) in cerebellum slices of VGAT-ChR2-EYFP mice  approach. In this OPA design (OPA I), the waveguide delay
as shown in Fig. 6(a). The presence of three steerable beams  lines were brought to a 400 nm pitch forming an in-plane
is attributed to the array pitch (700 nm), which exceeds the = OPA that emitted light into a 100 pm-long free-propagation

2406 | Lab Chip, 2024, 24, 2397-2417 This journal is © The Royal Society of Chemistry 2024


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d3lc00931a

Open Access Article. Published on 26 marzo 2024. Downloaded on 17/07/2025 20:56:27.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

Lab on a Chip

slab region (FPR). In the FPR, the higher-order beams do not
reach the grating region at the end of the slab for out-of-
plane emission. Tuning the input wavelength steers the beam
in the FPR which results in a lateral translation in the beam
position. The steering is further contributed by the
dependence of the output coupling angles (¢o,:) on the
incident angle (¢;,) of the slab beam. The angles ¢, and @oyu,
are depicted in Fig. 6(c). In fluorescein solution, a single lobe
was steered over a lateral distance of 57 um at a distance of
100 pm away from the OPA. Although the OPA in ref. 49
demonstrated sidelobe-free steering, the device was limited
by its large footprint, which required a neural probe with a
shank width of 154 um.

The approach can be miniaturized by coupling the end-
fire OPA directly into a straight 1D grating and removing the
FPR as shown in OPA II in Fig. 6(c).”® This design reduces
the OPA size by 2.5 times and can be integrated on a 100 pm-
wide shank. Furthermore, by replacing the curved grating
with a straight grating, the steering range is ~1.4x wider 100
pum away from the OPA compared to OPA I. The steering
range improves because a straight grating changes the
relationship between the incident angle (¢,) of the OPA
emission and the output coupling angle (@oy), as explained
by the phase matching condition presented in ref. 106.
Within the wavelength tuning range of 444 nm to 464 nm,
the FWHM beam width of OPA II was ~20-30 um, and the
beam could be steered laterally over 78 um at a distance of
100 pm (Fig. 6(d)). The peak beam intensity was 6-7 dB
greater than the background intensity for input wavelengths
of 444 nm and within the 456-464 nm range, limited by
scattered light from the PIC. At the limits of the steering
range (i.e. A = 448 nm, 452 nm), the side-lobe suppression
ratio was reduced to 4.7 dB, due to aliasing. Moving forward,
the sidelobe-free OPAs should aim to further reduce the
device size, extend the beam-steering range, improve the
side-lobe suppression ratio, and increase the scanning speed
for fast, spatially selective photostimulation.

3 Multi-modal neural probes

In the previous section, we described neural probes that only
emit light. To fully capture the activity of neurons, it is essential
to stimulate and record in multiple modalities. The gold standard
for monitoring cellular activity is electrophysiological recordings,
which can be accomplished by recording extracellular electrical
spiking activity with surface electrodes integrated on implantable
devices.'”” Combining pharmacological modulation and cell-
type-specific optogenetic stimulation also provides an effective
approach for dissecting neural circuits.*>'*** The wafer-scale Si
photonic technology can support the integration of multiple
functionalities into a single probe. In this section, we will discuss
the integration of (1) microelectrode  arrays for
electrophysiological recording and (2) 3D-printed microfluidic
channels for neurochemical delivery onto the probes. Fig. 7(a)
illustrates the cross-section of a multimodal neural probe, which
includes optical waveguides for light delivery, surface electrodes
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for electrophysiology, and a microfluidic channel for chemical
stimulation and sampling.

3.1 Integration of TiN microelectrodes

Implantable devices that combine optogenetic stimulation and
electrophysiological recording capabilities are used for studying
the roles of specific cell types in the brain.>"° For
electrophysiological recordings, multi-site surface microelectrodes
can be integrated on Si probes to spatially sample extracellular
activity across the targeted brain regions. The microelectrode
material should be biocompatible to minimize tissue
responses."’" In addition, microelectrodes for detecting single-
unit activity require low impedance (<2 MQ at 1 kHz)'*> and
small size (<32 x 32 um?)'*? for an optimal signal-to-noise ratio
and minimal signal attenuation. Currently, numerous electrode
materials, including gold, platinum, and titanium nitride (TiN),
have been successfully integrated on nanophotonic neural probes
with an electrode count typically below 100 sites.”>***** These
electrodes meet the biocompatibility, impedance, and size
requirements, with the choice of material largely dependent on
the fabrication process.

In ref. 52 and 55, surface recording electrodes were
integrated with our nanophotonic neural probes by
introducing 3 aluminum (Al) layers for electrical routing and
a TiN layer on the chip surface as shown in Fig. 7(a). TiN was
used because it is compatible with CMOS fabrication. Each
electrode was connected to a bond pad on the probe base,
and the measured signal was amplified and digitized off-chip
with an Intan amplifier headstage. Fig. 7(b) shows TiN
electrodes and low-divergence grating emitters on the shank
of a neural probe. This particular probe design had 18 TiN
electrodes, each 20 um wide, and 16 optical emitters that
spanned ~1 mm along the shank. We have also realized
probes with a total of 72 electrodes distributed across 4
shanks. Different emitter designs, presented in section 2.2,
can be implemented with an electrode placement suited for
the beam emission profile. The as-fabricated 20 pm-wide TiN
electrodes had an impedance of 4-6 MQ at 1 kHz. Methods
to reduce the impedance of the electrodes <2 MQ include
immersion in a hydrochloric acid bath''* and electrode
roughening with a femtosecond laser.”>'"> The noise level of
the electrical recording measured with laser-roughened 20
pum electrodes in 1x phosphate-buffered saline (PBS) solution
was 4.2 + 0.23 uV (root mean squared).””

Fig. 7(c) shows an example recording from layers V and VI
in the motor and somatosensory cortex of an awake head-
fixed Thy1-ChR2 mouse from a probe with nanophotonic
waveguides and TiN electrodes. The optical pulse train
stimulation had a pulse width of 30 ms at a frequency of 5
Hz. The increase in spiking activity recorded by electrode
channels 3 and 5 during the optical pulses confirmed that
the probe emitted sufficient power to activate the ChR2.
Integrating TiN surface electrodes with grating emitters on
the nanophotonic neural probe enables simultaneous
electrophysiological recording and optogenetic stimulation

Lab Chip, 2024, 24, 2397-2417 | 2407
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Fig. 7 (a) Cross-sectional illustration of the multi-modal neural probe. In addition to the single SiN waveguide layer, 3 metal routing layers and
TiN surface electrodes are integrated to realize electrophysiological recording with the probe.>%°® Microfluidic channels can also be printed on the
probe, allowing neurochemical drug delivery to the brain.>¢ (b) Micrograph of the neural probe shank with TiN electrodes (Elect.) and grating
emitters (GE). The numbers indicate the electrode channel index. (c) A 1.4 s snapshot of electrophysiological recordings from the 8 electrodes at
the tip of the shank (matching channel index in (b)) performed in an awake head-fixed experiment with a Thyl-ChR2 mouse. A pulse train of 30 ms
optical pulses was delivered from an emitter on the shank for optogenetic stimulation, leading to an increase in spiking activity, notably on Elect. 3
and 5. The position of the stimulation emitter is indicated with the blue arrow between Elect. 3 and 4. (d) Neural probe with a 3D-printed
microfluidic channel, with the inset showing the scanning electron micrograph of the channel outlet on the probe shank. (e) Front-view sequential

photographs of red dye diffusion in an agarose gel. (d) and (e) are reprinted from ref. 56 under a Creative Commons CC-BY 4.0 license.

with a single implant. Scaling the electrode density, so that
the spiking activity of a neuron can be oversampled on
multiple electrodes, will improve the accuracy of spike
sorting and cell type classification.'®"”

3.2 3D-printed microfluidic channels

The delivery and sampling of neurochemicals are used to
study complex neural circuits and have significant potential
in the treatment of neurodegenerative diseases."'®'**> An
approach to integrate microfluidic channels onto foundry-
fabricated probes is to use 3D printing or laser writing.”®"'*?
A neural probe with a microfluidic channel written via two-
photon polymerization is shown in Fig. 7(d). The overall
thickness of the probe was ~100 um. The neural probe
consisted of a base (1.7 mm x 2.7 mm) and a 4 mm long
probe shank, with 4 low-divergence grating emitters near the
tip of the probe shank. The 3D-printed microfluidic channel
on the probe had a length of 4.3 mm, with the channel inlet/
outlet located on the probe base/shank. The outer
dimensions of the printed channel on the shank were 80 um
in width and 30 um in height; the inner dimensions were 70
pm in width and 18 pm in height. A 1 mm long fluidic
connector with a 750 um inlet diameter printed on the probe
base facilitated coupling to an input fluidic tube. Fig. 7(e)

2408 | Lab Chip, 2024, 24, 2397-2417

shows sequential photographs of the injection of red dye
from the probe into a 1% w/v agarose gel block. The flow rate
was linearly dependent on the inlet pressure, and the
channel remained intact for more than 10 weeks immersed
in artificial cerebrospinal fluid. As a proof-of-concept
application, the probes were used to uncage CMNB-caged
fluorescein in solution and fixed brain tissue.® The
photolysis of CMNB-caged fluorescein was achieved using 4 =
405 nm light from the grating emitter, allowing for localized
uncaging in brain tissues. The 3D-printed microfluidics
offers high flexibility in fluidic channel design and enables
the Si neural probes to have photonic, electrophysiological,
and microfluidic capabilities.

4 Packaging and system integration

The nanophotonic probe chips discussed so far are part of a
system that is illustrated in Fig. 8. Since the probes are
passive, light is coupled onto the chip from an external laser.
Each grating emitter on the probe is connected to an on-chip
edge coupler, which is aligned to one of the cores of a
custom multi-core fiber (MCF)."** The MCF has up to 16
cores in a linear arrangement, and each core is SM across the
visible spectrum with low inter-core crosstalk, particularly at
the blue wavelengths (<-35 dB in 1 m). The light from an

This journal is © The Royal Society of Chemistry 2024
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Fig. 8 The central image is the system diagram of the nanophotonic neural probe and its peripheral instruments, facilitating optogenetic
stimulation, electrophysiological recording, and chemical delivery and sampling. A laser scanning system addresses light to emitters on the probe
via a multicore fiber (MCF), an electrophysiology (ephys.) recording system detects electrical signals from the on-chip electrodes, and a flow
controller delivers or samples chemicals through the 3D-printed microfluidic channel. (a) Photographs of the compact MEMS-based scanning unit
for addressing light to individual cores on the 16-core MCF. A feedback photodetector was attached to the MCF to assist in fine-tuning the
alignment between the optical scanning unit and the MCF. (b) Photographs of the semi-automatic packaging machine for the MCF-to-chip
attachment process. The inset shows the epoxy application procedure for the attachment of the MCF to the chip. (c) Multichannel
electrophysiological recordings through the TiN electrodes on the chip are acquired using the Intan headstage and Open Ephys data acquisition

system. Adapted with permission from ref. 55.

external laser is deflected to each core in the MCF using a
MEMS mirror-based laser scanning system.””*® The compact
scanning system shown in Fig. 8(a) has a footprint of
approximately 30 x 30 cm?, smaller than the system in ref. 47
and 48, and includes a depolarizer (to reduce power
fluctuations due to polarization drift) and optical power
monitoring for feedback. With this scanning system, the
variation in probe output power can achieve <10% for at
least 2 hours.”® The scanning system needs to be realigned
for different input wavelengths (i.e., blue and red) due to
chromatic focus shifts, and including a diffractive optical
element can reduce this shift to support the simultaneous
use of multiple wavelengths.

The MCF is attached to the probe using UV-curable
epoxies, either manually or with a semi-automatic packaging
system in Fig. 8(b). Due to the tight alignment tolerance
between the fiber cores and the on-chip edge couplers, the
epoxy is applied incrementally along the fiber and the probe
to minimize shrinkage during curing. The thickness of the
probe (~50-100 um) also limits the available bonding surface
area between the MCF and the chip edge, which reduces the
mechanical stability of the fiber-to-chip packaging and
compromises the packaging yield.'* The semiautomatic
packaging machine, co-developed with ficonTEC GmbH,
actively aligns the MCF with the on-chip edge couplers and
precisely controls the epoxy application and curing. The
output power variation across the emitters on the probe
packaged with the machine was within 5.3 dB for 3 packaged

This journal is © The Royal Society of Chemistry 2024

probes.> To reduce the optical insertion loss caused by the
misalignment of the MCF-to-chip interface during packaging,
the probe shanks can be selectively thinned to preserve a
thicker base for the edge couplers,®® and a V-groove can be
cut in the probe holders to increase the fiber attachment
stability. Using grating couplers instead of edge couplers can
improve packaging reliability due to larger bonding surface
area and greater tolerance for displacement caused by epoxy
shrinkage."*® However, for applications requiring simultaneous
imaging and probe implantation, the fiber-to-grating coupler
packaging will make the probe base thicker, potentially causing
clearance issues with a microscope objective lens.

To support electrophysiological recording capabilities (see
Fig. 8(c)), the probes are wirebonded to rigid or flexible PCBs,
which are connected with Intan amplifier chips for signal
amplification and digitization. The Open Ephys data
acquisition board'*® is used to interface the digitized neural
signal and other external trigger signals with the computer.
Although this method allows the electronic components to
be reused, the amplifier circuit board would further increase
in size and weight to support >128 recording channels and
can be incompatible with freely moving animal experiments
which require the device weight to be <3 g."”” Si probes
adopting monolithically integrated active amplification and
recording circuitry can scale to >5000 electrode sites while
maintaining a small footprint for freely moving animal
experiments.’®* A modular approach is to use a Si interposer
with high-density lithographically patterned traces."*® By
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bonding the probe and Intan amplifier dies to the
interposer, this method can potentially support hundreds of
recording channels in a compact form factor and offer the
flexibility to mix and match electronic chips with a variety of
probes.

5 Discussion and outlook
5.1 Challenges of nanophotonic neural probes

Although  foundry-based  wafer-scale technology offers
significant advantages for large-scale device integration and
high-volume fabrication, there are several challenges involved
in neurotechnology development in foundries. One key
constraint is material selection. For example, TiN is often used
for surface electrodes in foundry-fabricated probes'>"'**>*? as it
is compatible with CMOS fabrication. However, alternative
transparent electrode materials such as PEDOT:PSS,**> which
can realize higher electrode-to-emitter integration densities by
placing electrodes directly above optical emitters without
obstructing light emission, are not part of these standard
processes. Another limitation is that foundries use Si as the
device substrate, which exhibits a significant mechanical
mismatch with brain tissue. This mismatch in mechanical
properties can lead to adverse effects on tissue that ultimately
compromise the stability of chronic recordings, due to (1)
encapsulation of the implant by microglial and astrocyte cells
from immune responses and (2) tissue damage caused by
micromotion between the implant and the brain."** In contrast,
flexible implants made with polymers have superior long-term
stability, with the record of monitoring single-unit activity over
the lifespan of a mouse (~18 months).”*® In addition to
material challenges, some fabrication processes are absent or
not optimized for neural applications, necessitating post-
processing steps, such as laser micromachining (see section 3.1)
and 3D laser writing (see section 3.2), to achieve the desired
functionality. Since these post-processing steps are not
necessarily carried out at the wafer-scale, they can limit the
manufacturing scalability. Overcoming these obstacles requires
close collaboration with foundry partners to develop new
compatible process steps. An example of efforts to reduce post-
fabrication steps is the integration of microfluidics discussed in
section 5.2.4.

In addition to the limitations imposed by foundry
fabrication, nanophotonic neural probes have not been
widely deployed to neuroscience groups for functional brain
mapping due to several challenges. First, the operation of the
nanophotonic neural probes can be difficult for many users.
Our probe, for example, requires alignment of the free-space
optical scanning unit and the MCF to ensure stable optical
power output for consistent stimulation responses. Similarly,
probes employing wavelength division multiplexers or optical
switches (section 5.2.3) necessitate calibration, like laser
wavelength tuning or voltage bias optimization, to optically
address specific emitters with minimum inter-emitter
crosstalk,*>°%¢%%  thereby preventing stimulation in
unintended brain regions. Second, most probes suffer from
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high optical loss, 28 dB, at the fiber-to-chip coupling
interface.*>>>%77°962°%% The shrinkage of UV-epoxy during
curing can further reduce the fiber-to-chip coupling
efficiency.””” The long-term stability and reliability of the
optical package remain an area for further study and
improvement. The optical loss from the fiber-to-chip
coupling can limit the power output from the probe,
hindering its capability to output high power for stimulating
large neuronal populations™* or to evaluate stimulated
behavioral responses over a wide range of optical
intensities."*® Third, studying brain activity in chronic, freely
behaving animal experiments can offer valuable insights into
the neural mechanisms of naturalistic behaviors, such as
social interactions™®® and decision-making."*” However,
current in vivo demonstrations of nanophotonic neural
probes are limited to acute, head-fixed experiments partly
due to the lack of an optical connector on the probe for
disconnecting the mouse from the fiber for post-surgery or
experiment recovery. Furthermore, the need for fiber inputs
and electrical wires on nanophotonic probes requires either
additional cable design or a shift to wireless design to
minimize the torque imposed on the animal, which can
otherwise influence its behavior.”**'** While ref. 61 managed
to replace the fiber input with a laser diode mounted on the
probe, each laser diode mount was pre-aligned to illuminate
only one grating emitter, and manual swapping of the mount
was required to address light to other emitters.

5.2 Future directions

Some of the challenges of the nanophotonic neural probe
can be improved at the component level and with active
devices. By introducing devices like laser diodes and optical
switches, we can realize probes with more optical emitters
and eliminate the need for fiber inputs to address multiple
emitters. Compared to optoelectronic neural probes, most of
these active devices are outside the brain, on the probe base;
thus, reducing the risk of tissue heating. We have
successfully demonstrated devices such as photodetectors
(PDs), thermo-optic switches, and MEMS devices on a
photonic platform similar to those for neural probes.'*® Our
future neural probes can use these active devices to make the
probes more user-friendly and suitable for chronic, freely
behaving animal experiments. These active devices can also
scale up the optical emitter count and extend the capabilities
of the probes for on-chip biosensing applications with PDs.
In the following subsections, we outline prospective avenues
for improving our existing neural probe platform,
transforming it into a versatile multifunctional device for
brain interrogation.

5.2.1 Bi-layer edge couplers. To reduce the fiber-to-chip
coupling loss, a bi-layer edge coupler, illustrated in Fig. 9(a),
can be used instead. It reduces the coupling loss to <4 dB
across A = 445-640 nm, a 3-5 dB improvement over single-
layer designs, as shown in Fig. 9(b) and relaxes alignment
tolerance.™*®

This journal is © The Royal Society of Chemistry 2024
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(a) Optical micrograph of the fiber input at A = 488 nm coupling to a bi-layer edge coupler. (b) Comparison of coupling loss between the

bi-layer edge couplers and a single-layer edge coupler reference design. The figure also shows the coupling losses of two bi-layer edge coupler
designs with different tip widths at the chip facet (Wec). (@) and (b) are reprinted with permission from ref. 129 © Optical Society of America. (c)
Optical micrographs of the SiN-on-Si PD with different input wavelengths. Reprinted from ref. 130 under a Creative Commons license. (d) Optical
micrographs of the undercut phase shifter integrated into an MZ| switch operated at various input wavelengths. The phase shifter allows selective
routing of the input light to output 1 or 2 depending on the applied phase shift. Reprinted with permission from ref. 131 © Optica Publishing

Group.

5.2.2 Photodetectors. Integration of PDs on a chip can
enable various sensing applications. Given that the
nanophotonic neural probes are fabricated on Si, Si PDs can
be monolithically integrated by ion implantation to form PN
or PIN junctions. Probes with surface-incident PDs can be
used for deep brain fluorescence imaging'*" with negligible
heat dissipation, and they enable cell-type specific
electrophysiology by correlating the fluorescence calcium
signals with electrical recordings. Fluorescent indicators for
neurotransmitters, such as dopamine and glutamate,’ are
also applicable to similar monitoring techniques. For PDs
that are integrated with nanophotonic waveguides, a mesa
can be etched in Si such that light in the SiN waveguide
evanescently leaks into the mesa.”** This SiN-on-Si
waveguide PD, shown in Fig. 9(c), achieved >60% external
quantum efficiency over the visible spectrum and a low dark
current of 144 + 42 pA, similar to the integrated PDs used
for fluorescence sensing.’*’ The PDs can also operate as
single photon avalanche detectors (SPADs)'** for highly
sensitive photodetection, such as fluorescence lifetime
imaging.'** Waveguide-coupled PDs can be used for label-
free biosensing when combined with waveguides that are
uncladded and functionalized with biorecognition molecules
for detection of chemicals, such as glucose and
dopamine.'**'>

5.2.3 Integrated optical switches. Integrated optical switch
arrays are useful for scaling the number of selectable light
emitters on nanophotonic neural probes. Switches on neural
probes should be compact in size, power efficient (to reduce
heating), and low-loss. The switching bandwidth should be >1
kHz to permit neural stimulation at the temporal resolution of
a single action potential. On-chip optical switches in SiN have
been implemented using MEMS,"*® piezoelectric materials,"*”

This journal is © The Royal Society of Chemistry 2024

and the thermo-optic effect.'*"'*® Thermo-optic switches are

the easiest to implement since they only require the integration
of a resistive metal layer, often TiN, near the waveguide. With
waveguide folding under the heater and thermal isolation
(through deep trench and undercut etches), Mach-Zehnder
interferometer (MZI) switches (Fig. 9(d)) can operate in the
visible spectrum with a low power consumption of 0.79-1.22
mW per 7 phase shift (P,) and 10-90% rise (fall) times of 570
(590) us.”*" Ref. 60 reported the first nanophotonic neural probe
with a cascaded thermo-optic MZI switching network to
optically address 8 grating coupler emitters (Fig. 10(a)). The
CMOS-based neural probe in ref. 45 contained 2 MZI switching
networks, one for A = 450 nm and the other for 2 = 638 nm, each
directing light to 14 grating coupler emitters.”> SiN thermo-
optic microring switches are more compact (diameter of 20 pm)
while consuming similar power (P, values of 0.68-1.80 mw)."*®
Similar to p-LEDs, the power and duty cycle of on-chip switches
should be set to avoid excessive power dissipation and tissue
heating. Importantly, the switch should be synchronized with
the laser duty cycle, to avoid unintentional photostimulation.
The number of addressable light emitters on neural probes can
be increased with denser switching networks, or by combining
switches with wavelength division multiplexing using passive
ring-resonator filters® (Fig. 10(b)) or arrayed waveguide gratings
(AWGs)** (Fig. 10(c)).

5.2.4 Integrated microfluidic channels. Instead of
additively 3D printing microfluidic channels onto silicon
neural probes (section 3.2), monolithic integration of
microfluidics would simplify the post-processing of the Si
neural probes. Buried channels in the Si substrate’*® are
promising for forming microfluidic channels at the wafer
scale. Wireless drug delivery capabilities are valuable for
studies of behavioral neuropharmacology.">°

Lab Chip, 2024, 24, 2397-2417 | 241
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Fig. 10 Various optoelectrode and photonic neural probe designs. (a) Reconfigurable nanophotonic neural probe with an on-chip cascaded
thermo-optic MZI switching network (main image scale bar: 500 um, inset image scale bar: 10 um). Adapted from ref. 60 under a Creative
Commons license. (b) Dual-color nanophotonic neural probe with a passive ring resonator for wavelength division multiplexing (WDM). Adapted
from ref. 58. © IOP Publishing. Adapted with permission. All rights reserved. (c) 9-Channel nanophotonic neural probe with on-chip WDM using
arrayed waveguide gratings (AWGs). Adapted from ref. 64 under a Creative Commons CC-BY 4.0 license. (d) Orange- and blue-color 1024-
channel u-OLED optoelectrodes. Reprinted from ref. 32 under a Creative Commons license. (e) Dual-color fiberless photonic neural probe with 8
integrated injection laser diodes. Inset (i) shows the assembled probe on a PCB and inset (i) shows the magnified view of the probe shanks.

Adapted from ref. 41 under a Creative Commons license.

5.2.5 Laser integration. On-chip laser integration presents
an interesting opportunity for nanophotonic neural probes, as it
eliminates the need for optical fiber connections. Laser diodes
can be integrated with SiN photonic circuits in a hybrid or
heterogeneous manner.'”* > Hybrid-integrated lasers have
been used for fiberless multi-color optogenetic stimulation.***!
However, the laser diode and on-chip waveguide must be
precisely aligned for effective light coupling. Heterogeneous
laser integration overcomes this alignment sensitivity and has
demonstrated efficient light coupling (>70%) from high-index
-V gain media into low-index SiN waveguides with a
lithographically defined intermediate dielectric structure to
facilitate mode transition.”*>'*® To mitigate the risk of heating
and noise, a heat sink, GRIN lens for thermally-isolated light
coupling, and shielding may be integrated onto the probes on
or near the laser diodes.***! Moreover, the laser duty cycle

2412 | Lab Chip, 2024, 24, 2397-2417

should be managed to maintain heat dissipation within
acceptable limits.

5.2.6 Multicolor operation. A growing trend in
optogenetics is multiopsin experiments, where two or more
optogenetic actuators with distinct activation spectra (e.g.,
blue- and red-light activated opsins) are co-expressed within
the same tissue volume to independently control multiple
neuronal functions. Thus, multicolor neural probes are
gaining increasing interest. For optoelectronic neural probes,
closely-packed arrays of 16 red and 16 blue p-LEDs have been
integrated using heterogeneously stacked III-V epilayers,®
and arrays of 1024 addressable blue or orange p-OLEDs have
been demonstrated®* (see Fig. 10(d)). For waveguide-based
neural probes, the laser sources are off-chip, so wavelengths
can be flexibly modified. For example, ref. 41 used 8 injection
laser diodes, with central wavelengths of 405 or 635 nm,

This journal is © The Royal Society of Chemistry 2024
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coupled into SiON waveguides that emitted light from 4 edge
couplers (Fig. 10(e)). Other designs have used ring-resonator
filters to route red and blue light to specific grating coupler
emitters®®  (Fig. 10(b)) or optical MZI switches to
independently address red and blue light emitters.*> Going
beyond a few colors will require either off-chip light sources
or the robust hybrid integration of multiple types of laser
diode materials.

6 Conclusion

Wafer-scale fabrication processes in commercial foundries
enable the scalable manufacturing of nanophotonic neural
probes for widespread adoption of the technology within the
neuroscience community. Nanophotonic circuits provide
functionalities such as optical beam shaping, wavelength
multiplexing, and detection, within micrometer to millimeter
scale form factors, suitable for brain implants in mice.
Electrophysiological electrodes and 3D-printed microfluidics
can be integrated to create tools for multimodal brain
interrogation. Operating these probes also requires peripheral
systems and advanced device assembly or packaging methods.
Looking ahead, the integration of components such as PDs,
optical switches, laser diodes, and fluidic channels into
nanophotonic neural probes should simplify the peripheral
system to make nanophotonic neural probes more user-friendly.
The ultimate goal of nanophotonic neural probe development is
to realize a versatile and advanced microtechnology toolset for
the neuroscience community.
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