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Abstract 

The central nervous system is organized into different neural circuits, each with particular functions and properties. 
Studying neural circuits is essential to understanding brain function and neuronal diseases. Microfluidic systems are 
widely used for reconstructing and studying neural circuits but still need improvement to allow modulation and 
monitoring of the physiological properties of circuits. In this study, we constructed an improved microfluidic device 
that supports the electrical modulation of neural circuits and proper reassembly. We demonstrated that our micro-
fluidic device provides a platform for electrically modulating and monitoring the physiological function of neural 
circuits with genetic indicators for synaptic functionality in corticostriatal (CStr) circuits. In particular, our microfluidic 
device measures activity-driven  Ca2+ dynamics using  Ca2+ indicators (synaptophysin-GCaMP6f and Fluo5F-AM), as 
well as activity-driven synaptic transmission and retrieval using vGlut-pHluorin. Overall, our findings indicate that 
the improved microfluidic platform described here is an invaluable tool for studying the physiological properties of 
specific neural circuits.

Keywords Microfluidic device, Corticostriatal (CStr) circuit, Synapse, Ca2+ dynamics, Action potential, Synaptic 
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Introduction
Neurons in the brain are organized into many neural 
circuits—each connected by specific types of neurons—
that span various brain regions. Understanding neural 
circuits is essential to understanding the functional con-
nections among brain regions, which, in turn, is crucial 

for identifying mechanisms related to circuit dysfunc-
tions in brain diseases [1–3]. There is rapid and growing 
interest in investigating how neural circuits are struc-
turally formed and functionally operate [4, 5]. A system 
capable of modulating and monitoring a neural circuit in 
an intact, in vitro three-dimensional structure would be 
ideal to achieve this goal, but available technologies are 
not suited to the complexity and diversity of the brain.

Research interest in reconstructing neural circuits or 
networks using in  vitro systems has been growing con-
tinuously. Microfluidic systems in particular are among 
the most practical techniques for in  vitro reconstruc-
tion of neural circuits, providing a structural platform 
for investigating the formation of numerous types of 
circuits down to the single-circuit level. Since their first 
use for the reconstruction of neural circuits about two 
decades ago, microfluidic systems have undergone rapid 
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development and have been applied in various forms 
to the study of neural circuits [6–10]. The in  vitro cir-
cuit platforms that have grown out of these efforts have 
provided controllable environments for measuring the 
dynamics and functionality of neural circuits [11]. They 
have also proven very useful for studying synapses in the 
setting of a specific circuit [9, 12]. However, studying the 
functional physiology of a neural circuit using a microflu-
idic system is still plagued by limitations of technical dif-
ficulty and high cost, highlighting the need for technical 
improvements.

Corticostriatal (CStr) circuits are critical components 
of forebrain functions, including motivation, cognition, 
reward and motor control, and they are disrupted in sev-
eral neurological disorders [13–16]. There are a number 
of neural circuits in which the cortex, basal ganglia, and 
thalamus are interconnected in large-scale loops that are 
widely involved in motivated behavior [13, 15]. Cortical 
output neurons drive striatal activity through the release 
of glutamate. Striatal outputs, in turn, release γ-amino 
butyric acid (GABA) and exert inhibitory control over 
downstream basal ganglia targets [17, 18]. A previous 
study demonstrated that alteration of glutamate trans-
mission in cortical synapses influences GABA output 
onto its corresponding striatal synapses [19]. Further-
more, dysfunction of synapses in CStr circuits contrib-
utes to neurological and neuropsychiatric disorders, 
such as autism spectrum disorder (ASD), Huntington’s 
disease (HD), and schizophrenia [20–22]. Thus, it is very 
important to understand how synapses in CStr circuits 
function and how dysfunction of these circuits results in 
neurological diseases.

In the present study, we developed an improved 
microfluidic device capable of electrically modulating 
and monitoring the physiological properties of CStr cir-
cuits. The electrode hole in this improved microfluidic 
device readily accommodates an electrode probe, which 
can be quickly and easily connected. By combining a 
genetic  Ca2+ indicator (synaptophysin-GCaMP6f) and 
pHluorin-based assay system (vGlut1-pHluorin), we suc-
cessfully modulated and monitored important physiolog-
ical parameters using our advanced microfluidic device, 
including activity-driven  Ca2+ influx at synapses of CStr 
circuits and synaptic transmission and synaptic retrieval 
of CStr circuits.

Materials and methods
Microfluidic device
A master mold was made with SU-8 photoresist on a 
silicon wafer using a dual-thicknesses photolithography 
process. The thicker layer (100  μm) is for the cell-plat-
ing chamber and reservoir, and the thinner layer (3 μm) 
is for microchannels. The microfluidic device for cell 

culture was made of a PDMS mixture consisting of Syl-
gard 184 (Dow Corning, Michigan, USA) and its curing 
agent (ratio 10:1). The PDMS mixture was poured into 
the master mold, and after degassing for 30 min and bak-
ing for 1 h at 80 °C, the PDMS replica was detached from 
the master mold. A plasma coating was applied to the 
detached PDMS replica and cover glass using a plasma 
system (80 W, 50 kHz, 6.50 × 10–1  torr, 40  s; Femtosci-
ence, South Korea), and the PDMS replica was mounted 
on the coverslip. Microfluidic devices were placed under 
UV light for 15  min, then coated with poly-L-ornithine 
overnight and washed with phosphate-buffered saline 
(PBS) before cell plating.

Primary neuron culture and electroporation
Primary prefrontal cortical and striatal neurons were iso-
lated from postnatal (1–2 d old) Sprague–Dawley rats 
(DBL; Strain code: NTac:SD) and plated on the poly-
L-ornithine-coated microfluidic device. Immediately 
before plating, cortical neurons were electroporated with 
vGlut1-pHluorin (vG-pH), vGlut1-pHluorin-mCherry 
(vG-pH-mCh), synaptophysin-pH (Physin-pH), synapto-
pHluorin (Syn-pH), or synatophysin-GCaMP6f (Physin-
GC6f) plasmids using a NEPA21 Super Electroporator 
(Nepa Gene). Transfected cortical neurons were plated 
first on one side and striatal neurons were subsequently 
plated on the other side. Neurons were further incubated 
and culture media were refreshed every other day. Ani-
mal treatments in this study were carried out in accord-
ance with Animal Care and Use Guidelines, and all 
experiments were approved by the Animal Care Commit-
tee of Kyung Hee University.

Optical setup for imaging physiological parameters
Live-cell imaging was performed on DIV14-21 neurons 
electroporated with vG-pH, vG-pH-mCh, Syn-pH, Phy-
sin-pH or Physin-GC6f before plating on the microfluidic 
device. Microfluidic devices with coverslip were mounted 
on the stage of a custom-built, laser-illuminated epifluo-
rescence microscope (Zeiss Observer). Live-cell images 
were acquired with an Andor iXon Ultra 897 (Model 
#DU-897U-CS0-#BV) back-illuminated EMCCD cam-
era. A diode-pumped OBIS 488 and 561 laser (Coherent), 
shuttered by synchronizing the TTL on/off signal from 
the EMCCD camera during acquisition, was utilized as 
a light source. Fluorescence excitation/emission and col-
lection were achieved using a 40 × Fluar Zeiss objective 
lens (1.3 NA) and 500–550  nm emission and 498  nm 
dichroic filters (Chroma). Action potentials (APs) were 
evoked by passing a 1 ms current pulse (~ 7 mA), yielding 
fields of about 1  V/cm via platinum-iridium electrodes 
using an A310 Accupulser and A385 stimulus isolator 
(World Precision Instruments). Neurons were perfused 
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with Tyrode’s buffer consisting of 119 mM NaCl, 2.5 mM 
KCl, 2 mM  CaCl2, 2 mM  MgCl2, 25 mM HEPES, 30 mM 
glucose, 10  μM 6-cyano-7-nitroquinoxaline-2,3-dione 
(CNQX), and 50  μM D,L-2-amino-5-phosphonovaleric 
acid (AP5), adjusted to pH 7.4. All experiments were car-
ried out at 30 °C. pHluorin Images were acquired at 2 Hz 
with a 50-ms exposure, and  Ca2+ images were acquired at 
100 Hz with a 0.973-ms exposure.

Immunofluorescence
For immunofluorescence analysis, DIV14-21 neurons 
in the microfluidic device were fixed with 4% paraform-
aldehyde (PFA) for 30  min at room temperature (RT). 
The fixation buffer was rinsed out with PBS, after which 
neurons were permeabilized with 0.2% Triton X-100 for 
30  min and subsequently incubated for 30  min with a 
blocking solution containing 5% bovine serum albumin 
(BSA). Anti-Tau (Merck Millipore), anti-MAP2 (Merck 
Millipore), anti-synapsin (Synaptic Systems), and anti-
Shank3 (Synaptic Systems) antibodies were applied to 
microchannels and the microfluidic device was incubated 
overnight at 4  °C. After incubating with primary anti-
bodies, neurons were washed with PBS for 30  min and 
subsequently incubated with Alexa 488- and/or Alexa 
546-conjugated secondary antibodies (Invitrogen) for 
1 h, providing different color combinations as needed.

Image analysis
Images were analyzed with ImageJ (http:// rsb. info. nih. 
gov/ ij) using a custom-written plugin (http:// rsb. info. nih. 
gov/ ij/ plugi ns/ time- series. html). Synaptic boutons were 
selected as oval regions of interest (diameter, 10 pixels), 
and the intensity of fluorescence at synapses was meas-
ured. Fluorescence intensity values obtained in pHluorin-
based assays and  Ca2+ dynamics were analyzed with 
Origin Pro (ver. 2020). The kinetics of endocytosis was 
fitted using a single-exponential decay function.

Results
Design and construction of an microfluidic device 
for investigating the physiology of neural circuits
The investigation of neural circuit networks is among 
the most important current research themes in neu-
roscience. A number of studies have used microflu-
idic devices for studying specific neural circuits, an 
approach that is rapidly growing in popularity [8, 9, 
23]. Here, we designed and built a microfluidic device 
for monitoring specific neural circuits—the CStr cir-
cuit in the current application—by modulating their 
activity. Our device was designed with an appropri-
ate channel length and width to achieve this goal. Fur-
thermore, electrode holes were added to the device to 
enable facile, accurate electrical stimulation (Fig.  1A, 

B). This microfluidic device provides compartmental-
ized cell culture platforms that allow isolation of two 
types of neurons (cortical and striatal in the current 
configuration) for reconstruction of specific brain cir-
cuits (Fig. 1C). Our microfluidic device is composed of 
three compartments: (1) a neuronal chamber, the larg-
est area (height, 100 μm) in which neurons are placed; 
(2) a thinner (height, 3  μm) neurite microchannel, 
accommodating both axon and dendrite outgrowth 
from each side; and (3) a synapse canal, where synapse 
connections from each side are made. Additionally, and 
most importantly, we placed electrode holes in the area 
juxtaposed to the neurite microchannel. To construct 
this microfluidic device, we utilized two layers of pho-
toresist (SU-8) for the template and polydimethylsilox-
ane (PDMS), a type of silicon rubber, for the chamber 
body. PDMS is widely used because it offers several 
advantages for use in stamps or molds, including (i) low 
interfacial free energy for ease of demolding and mate-
rial transfer; (ii) stability against chemicals, heat, and 
humidity; and (iii) optical transparency for UV-assisted 
crosslinking of materials (Fig. 1D) [24].

Fig. 1 Schematic diagram of an electrostimulable microfluidic device 
system. A Schematic diagram of the microfluidic device system 
(left). Magnified view of the microchannel area with electrode holes 
(right). Yellow circles indicate electrode holes for simple insertion 
of electrodes. Microchannel (blue) and synapse canal (green) are 
localized between cortical and striatal areas. B 3D schematic diagram 
of the microfluidic device. Electrodes for electrical stimulation 
are connected via electrode holes (yellow). The reservoir in the 
synapse canal is directly connected to the synaptic canal to allow 
for perfusion. C Schematic depiction of the microfluidic device with 
CStr circuits. Cortical axons pass through axonal microchannels, 
and striatal dendrites pass through dendrite microchannels. D The 
microfluidic device with attached cover glass after plasma coating

http://rsb.info.nih.gov/ij
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Successful reconstitution of CStr circuits in the microfluidic 
device platform
To verify that our microfluidic device provides a struc-
tural neural circuit platform for stably constructing 
CStr circuits, we placed each type of cell—cortical neu-
rons and striatal neurons—in the corresponding areas 
on each side of the neuronal chamber. Neurons in the 
microfluidic device were further incubated for at least 14 
d in  vitro (DIV14). During incubation, both axons and 
dendrites of each type of neuron elongated through the 
microchannels from each side of the neuronal chamber. 
To examine the growth of cortical axons or striatal den-
drites in microchannels and synapse formation in the 
synapse canal, we performed an immunofluorescence 
(IF) analysis of axonal and dendrite markers using anti-
tau and anti-MAP2 (microtubule-associated protein 2) 
antibodies, respectively. As shown in Fig.  2A, cortico-
axons and striatal-dendrites successfully expanded from 
their corresponding microchannels, resulting in well-
formed synapses in the synapse canal. Furthermore, the 
 Ca2+-indicator dye, Fluo5F-AM, clearly revealed for-
mation of entire circuits (Fig.  2B, C). Collectively, these 
findings demonstrate that our microfluidic device pro-
vides an effective structural platform for neural circuit 
formation.

Monitoring  Ca2+ dynamics in CStr circuits during circuit 
activity using the microfluidic chamber
Having confirmed successful construction of a struc-
tural platform for reconstructing CStr circuits, we next 
sought to demonstrate that our microfluidics system can 
provide physiological monitoring of circuit responses 
to electrostimulation. Because  Ca2+ signaling is essen-
tial for neural activity, we monitored  Ca2+ dynamics in 
CStr circuits in our microfluidic device using two dif-
ferent  Ca2+ indicators. First, we employed the chemi-
cal  Ca2+ indicator, Fluo5F-AM. After treating CStr 
circuits in the microfluidic chamber with Fluo5F-AM 
and washing, the microfluidic chip was connected to 
the electrode and stimulated with 1 or 10 action poten-
tials (APs) at 100 Hz. Synapses of CStr circuits showed 
strong responses to corresponding electrical activities 
in the synapse canal of the microfluidic chip (Fig. 3A–F; 
Additional file 1: Video S1). We further stimulated CStr 
circuits at various paired-pulse intervals (50, 100, 200, 
and 500  ms). As shown in Fig.  3G,  Ca2+ dynamics in 
CStr circuits clearly exhibited paired-pulse responses. 
Second, we made use of the synapse-specific genetic 
 Ca2+ indicator, synaptophysin-GCaMP6f (Physin-
GC6f ), which has been employed in a number of studies 
for monitoring synaptic  Ca2+ dynamics [25–27]. To this 

end, cortical neurons were electroporated with Physin-
GC6f and plated the resulting transfected cells in the 
neuronal chamber of the microfluidic device. CStr cir-
cuits formed with 14 d of plating (14DIV), and a Phy-
sin-GC6f–positive circuit was selected for monitoring 
of  Ca2+ dynamics using the same experimental regime 
as used for Fluo5F-AM. Physin-GC6f–positive syn-
apses in the CStr circuit showed  Ca2+ responses upon 
electrical stimulation that were clearly visible under all 
stimulation conditions (i.e., 1 AP, 10 APs, paired-pulse) 
(Fig. 4A–G; Additional file 2: Video S2). Taken together, 
these results indicate that our microfluidic device is 
capable of monitoring electrical stimulation-induced 
 Ca2+ dynamics in the CStr chip.

Fig. 2 Successful formation of CStr circuits in the microfluidic device 
system. A Axons in cortical neurons (left) and dendrites in striatal 
neurons (right) successfully extended to each microchannel. Axons 
in the cortical neuron area and dendrites in the striatal neuron area, 
identified by immunostaining for the axonal marker Tau and dendritic 
marker MAP2, respectively. Scale bar: 20 μm. Merged image shows 
synapse formation between cortical axons and striatal dendrites. 
Scale bar: 50 μm. B Visualization of all connections in CStr circuits 
by incubation with Fluo5F-AM. Scale bar: 50 μm. C Representative 
image of synapse formation in the synapse canal. CStr circuits in the 
microfluidic device were immunostained for the presynaptic marker 
synapsin I (green) and postsynaptic marker Shank3 (red). Right, 
magnified imaged of boxed region. Scale bar: 10 μm
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Measurement of synaptic transmission during neural 
activity using the microfluidic chip
We next investigated synaptic transmission in CStr cir-
cuits in the microfluidic system in response to an elec-
trical stimulation. To measure synaptic transmission, 
we employed a pHluorin-based assay in which pHluorin 
conjugated to the luminal region of the synaptic vesicle 
membrane proteins vGlut1, VAMP2, or synaptophysin 
is used to directly monitor synaptic vesicle exocytosis at 
nerve terminals [28–30]. We introduced each of these 

three pHluorin systems—vGlut1-pHluorin (vG-pH) 
[or vGlut-pH-mCh (vG-pH-mCh)], VAMP2-pHluorin 
(Syn-pH), and synaptophysin-pHluorin (Physin-pH), 
respectively—in a CStr circuit in a microfluidic chip and 
observed physiological synaptic transmission responses 
under various electrostimulation regimes (50, 100, and 
300 APs). As shown in Fig.  5A–G, CStr circuits in the 
chip transfected with vG-pH-mCh showed vivid synap-
tic transmission responses under each electrical stimula-
tion condition that increased with increasing stimulation 

Fig. 3 Monitoring of activity-driven  Ca2+ dynamics in CStr circuits in the electrostimulable microfluidic device using Fluo5F-AM. A Representative 
Fluo5F-AM images of  Ca2+ dynamics in response to neural activity (10 AP stimulus) at synapses of CStr circuits. Left, resting; middle, ∆F10AP; right, 
peak 10 AP. CStr circuits were incubated with Fluo5F-AM (5 μM) and stimulated with 10 APs at 100 Hz. Scale bar: 20 μm. B Kymograph images of 
Fluo5F-AM showing  Ca2+ dynamics in response to 10-AP stimulation at the corresponding region of interest (ROI) in boutons in the synapse canal 
of the microfluidic chip. Arrow indicates initial point of stimulation. C Representative ensemble average Fluo5F-AM traces showing  Ca2+ dynamics 
in response to microfluidic chip stimulation with 10 APs or 1 AP. D  Ca2+ influx in arbitrary units (a.u.) in response to stimulation of the microfluidic 
chip with 10 APs or 1 AP, expressed as means ± SEM.  [Ca2+]10AP = 2.66 ± 0.43 a.u. (n = 12);  [Ca2+]1AP = 0.55 ± 0.08 a.u. (n = 12). E, F Distribution of 
 Ca2+-influx responses to 10 APs (E; n = 586) and 1 AP (F; n = 587) in individual boutons. G Representative traces of  Ca2+ dynamics in response to 
paired-pulse stimulation at different pulse intervals (50, 100, 200, and 500 ms). Arrows indicate the point of stimulation
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Fig. 4 Monitoring of activity-driven  Ca2+ dynamics in CStr circuits in the electrostimulable microfluidic device using Physin-GC6f. A Representative 
Physin-GC6f images of  Ca2+ dynamics in response to neural activity (10 AP stimulus) at synapses of CStr circuits. Left, resting; middle, ∆F10AP; right, 
peak 10 AP. Scale bar: 20 μm. B Kymograph images of Physin-GC6f showing  Ca2+ dynamics at the corresponding ROI in boutons in the synapse 
canal of the microfluidic chip in response to stimulation with 10 APs. Arrow indicates point of stimulation. C Representative ensemble Physin-GC6f 
traces showing  Ca2+ dynamics in response to microfluidic chip stimulation with 10 APs or 1 AP. D  Ca2+ influx, in arbitrary units (a.u.), in response 
to microfluidic chip stimulation with 10 APs or 1 AP, expressed as means ± SEM.  [Ca2+]10AP = 7.17 ± 0.82 a.u. (n = 10);  [Ca2+]1AP = 0.54 ± 0.10 a.u. 
(n = 10). E, F Distribution of  Ca2+-influx responses to 10 APs (E; n = 305) and 1 AP (F; n = 324) in individual boutons. G Representative traces of  Ca2+ 
dynamics in response to paired-pulse stimulation at different pulse intervals (100, 200 and 500 ms). Arrows indicate the point of stimulation

(See figure on next page.)
Fig. 5 Measurement of synaptic transmission in CStr circuits in the electrostimulable microfluidic device. A Representative images of vG-pH-mCh 
fluorescence in response to neural activity (100 AP stimulation) at synapses of CStr circuits. Left to right: resting, ∆F100AP, peak 100 AP, and mCherry. 
Scale bar: 20 μm. B Kymograph images showing vG-pH-mCh fluorescence at the corresponding ROI of boutons in the synapse canal in response 
to microfluidic chip stimulation with 100 APs. Arrow indicates point of stimulation. C Representative ensemble traces of vG-pH-mCh fluorescence 
in response to microfluidic chip stimulation with 50, 100 and 300 APs. D vG-pH-mCh fluorescence in response to microfluidic chip stimulation 
with 50, 100, and 300 APs, expressed as means ± SEM. [vG-pH-mCh]50AP = 0.42 ± 0.06 a.u. (n = 9); [vG-pH-mCh]100AP = 0.67 ± 0.09 a.u. (n = 10); 
[vG-pH-mCh]300AP = 1.15 ± 0.16 a.u. (n = 10). E–G Distribution of vG-pH-mCh fluorescence amplitude responses at 50 APs (E; n = 372), 100 APs (F; 
n = 411), and 300 APs (G; n = 409) in individual boutons. H Representative images of Syn-pH fluorescence in response to neural activity (100 AP 
stimulation) at synapses of CStr circuits. Left, resting; middle, ∆F100AP; right, peak 100 AP. Scale bar: 20 μm. I Representative ensemble traces of 
Syn-pH fluorescence in response to microfluidic chip stimulation with 100 APs. J Representative images of Physin-pH fluorescence in response to 
neural activity (100 AP stimulation) at synapses of CStr circuits. Left, resting; middle, ∆F100AP; right, peak 100 AP. Scale bar: 10 μm. K Representative 
ensemble traces of Physin-pH fluorescence in response to microfluidic chip stimulation with 100 APs
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intensity (Additional file  3: Video S3). Circuits express-
ing Syn-pH or Physin-pH also exhibited clear synaptic 
transmission responses upon stimulation (Fig.  5H–K). 
Collectively, these observations demonstrate successful 
monitoring of synaptic transmission in CStr circuits in 
our microfluidic system.

Monitoring synaptic vesicle retrieval after electrical 
stimulation using the microfluidic device
Synaptic retrieval, or synaptic vesicle endocytosis, is an 
essential process following synaptic vesicle fusion that 
serves to maintain the functionality of neural circuits 
for subsequent rounds of stimulation. To test whether 

Fig. 5 (See legend on previous page.)
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Fig. 6 Monitoring of synaptic retrieval in the microfluidic device. A Top: Representative snapshot images of vG-pH-mCh fluorescence (left) and 
corresponding mCherry images (right) in the CStr circuit at the end of microfluidic chip stimulation with 100 APs. Bottom: Time-lapse snapshots of 
the time course of synaptic vesicle endocytosis. Scale bar: 10 μm. B Representative ensemble traces of vG-pH-mCh fluorescence during endocytosis 
in response to different stimulation conditions (50, 100, and 300 APs). C Endocytosis time constants of vG-pH-mCh fluorescence in response to 
microfluidic chip stimulation with 50, 100, and 300 APs, expressed as means ± SEM. [τendo]50AP = 14.54 ± 1.08 s (n = 9); [τendo]100AP = 14.24 ± 0.67 s 
(n = 10); [τendo]300AP = 19.92 ± 1.87 s (n = 10). D–F Distribution of vG-pH-mCh endocytosis time constants at 50 APs (D; n = 381), 100 APs (E; n = 429), 
and 300 APs (F; n = 425) in individual boutons
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synaptic retrieval of CStr circuits can be monitored and 
analyzed in our microfluidic system, we also used the 
pHluorin based system, focusing on the response after 
electrical stimulation, which represents the course of 
synaptic vesicle endocytosis. To this end, we analyzed the 
decay of pHluorin fluorescence after stimulation of CStr 
circuits with 50, 100, or 300 APs. Endocytosis of synaptic 
vesicles was detected under each of the various stimula-
tion conditions (Fig. 6A, B). An analysis of the time con-
stant of synaptic vesicle endocytosis (τendo) showed that 
the mean value of τendo was ~ 14 s under 50 and 100 AP 
conditions, and slowed to ~ 20 s at 300 APs, values simi-
lar to those previously reported [29, 30] (Fig.  6C–F). 
These findings demonstrate that our microfluidic system 
is capable of monitoring synaptic vesicle retrieval in the 
CStr circuit under various stimulation conditions.

Discussion
The microfluidic device platform—one of the most useful 
technologies for investigating neural circuits in  vitro—
has undergone continuous development and improve-
ment, bringing enhanced efficiency to studies of neural 
circuits. Microfluidic devices for structural studies of 
neural circuits are currently well established, but these 
devices lack an efficient way to measure the physiologi-
cal properties of neural circuits. To stimulate circuit 
activity, many groups have applied chemicals, such as 
high levels of KCl, that induce APs or change ion chan-
nel activity [22, 31]. Other groups have utilized a cover-
slip-mounted multiple microelectrode array system or a 
microelectrode-embedded microfluidic system [23, 32]. 
These microfluidic systems have enabled researchers to 
gain a deeper understanding of neural circuits, but they 
still have limitations. For example, the chemical stimula-
tion method lacks the ability to modulate APs accurately, 
and microelectrode array systems are relatively expensive 
and compatible only with a limited range of experiments.

In the present study, we designed and constructed an 
electrostimulable microfluidic device that is quick and 
easy to use and tested it using CStr circuits. Two features 
of our microfluidic device stand out. First, it features two 
electrode holes at the center of the neuronal chamber 
adjacent to the microchannel, which provides a conveni-
ent connection between the neural circuit and the elec-
trode. Second, it contains a physically divided neuronal 
chamber with two sub-chambers—one for cortical neu-
rons and the other for striatal neurons—that are con-
nected to axonal and dendritic microchannels and meet 
in the synapse canal.

Applying our microfluidic system to studies of the 
CStr circuit, we demonstrated several key parameters. 
Physiologically, we verified several physiological func-
tionalities. First, we demonstrated the ability to monitor 

activity-driven  Ca2+ dynamics using Fluo5F-AM and 
Physin-GC6f, showing that synapses in CStr circuits 
exhibited vivid  Ca2+-influx responses upon modulation 
of neuronal activity with various stimulation paradigms 
(Figs. 3, 4). We also monitored synaptic transmission and 
synaptic retrieval using the pHluorin system (i.e., vG-pH, 
Syn-pH, and Physin-pH), showing that synapses of CStr 
circuits expressing pHluorin-conjugated synaptic vesicle 
membrane proteins exhibited clear synaptic transmission 
and synaptic retrieval in response to various stimulation 
regimes (Figs. 5, 6).

Overall, our device offers several potential improvements 
over existing microfluidic systems. First, our device allows 
rapid and easy connection of an electrical stimulation 
apparatus, simply requiring placement of the electrode in 
an input hole. Second, it can precisely modulate electrical 
stimulation, allowing graded stimulation of neural circuits 
with virtually any desired stimulation paradigm. Third, it 
is cost-effective. In particular, there are no added produc-
tion costs associated with the stimulation feature because 
no microelectrode arrays or PDMS-embedded microelec-
trodes are needed. Finally, it is universally applicable to var-
ious types of neural circuits. Because our device is designed 
to include an axonal channel and dendritic channel systems 
with a synapse channel, it could easily be extended to study 
other neural circuit systems.

Our microfluidic device system will allow for inten-
sive investigations into the mechanisms by which specific 
molecular players in synapses of CStr circuits modulate 
circuit functionality and could help identify the pathophys-
iological features of the CStr circuit associated with ASD 
and PD. It can also be extended to physiological studies of 
other neural circuits and related neurological diseases.
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Additional file 3: Movie S3. Live imaging of vGlut-pHluorin fluorescence 
in response to 100 APs.

Acknowledgements
We would like to thank Yong Jun Kim, Ph.D. for helping with electroporation 
techniques. We also thank members of the Kim laboratory for their valuable 
comments and discussion.

Author contributions
All authors (S.H., S.B., H.N.K, N.C., and S.H.K.) contributed to the design and/or 
construction of the microfluidic device. Additionally, S.H. conducted most of 
the experiments, analyzed the data, and wrote the manuscript; S.H. conducted 
experiments; and S.H.K. supervised the research, analyzed the data, and wrote 
the manuscript. All authors read and approved the final manuscript.

https://doi.org/10.1186/s13041-023-01007-z
https://doi.org/10.1186/s13041-023-01007-z


Page 10 of 10Han et al. Molecular Brain           (2023) 16:13 

•
 
fast, convenient online submission

 •
  

thorough peer review by experienced researchers in your field

• 
 
rapid publication on acceptance

• 
 
support for research data, including large and complex data types

•
  

gold Open Access which fosters wider collaboration and increased citations 

 
maximum visibility for your research: over 100M website views per year •

  At BMC, research is always in progress.

Learn more biomedcentral.com/submissions

Ready to submit your researchReady to submit your research  ?  Choose BMC and benefit from: ?  Choose BMC and benefit from: 

Funding
This work was supported by grants from the National Science Foundation of 
Korea (NRF-2017M3C7A1048268, 2020R1A2C2010791, 2018R1A6A03025124).

Availability of data and materials
There are no additional data. Additional video files are available online.

Declarations

Ethics approval and consent to participate
Animal treatments in this study were carried out in accordance with Animal 
Care and Use Guidelines, and all experiments were approved by the Animal 
Care Committee of Kyung Hee University.

Consent for publication
Not applicable.

Competing interests
The authors declare that they have no competing interests.

Received: 8 December 2022   Accepted: 14 January 2023

References
 1. Stam CJ, Jones BF, Nolte G, Breakspear M, Scheltens P. Small-world net-

works and functional connectivity in Alzheimer’s disease. Cereb Cortex. 
2007;17:92–9.

 2. Hammond C, Bergman H, Brown P. Pathological synchronization in 
Parkinson’s disease: networks, models and treatments. Trends Neurosci. 
2007;30:357–64.

 3. Holtmaat A, Svoboda K. Experience-dependent structural synaptic plas-
ticity in the mammalian brain. Nat Rev Neurosci. 2009;10:647–58.

 4. Frank JA, Antonini MJ, Anikeeva P. Next-generation interfaces for studying 
neural function. Nat Biotechnol. 2019;37:1013–23.

 5. Hong G, Lieber CM. Novel electrode technologies for neural recordings. 
Nat Rev Neurosci. 2019;20:330–45.

 6. Martinoia S, Bove M, Tedesco M, Margesin B, Grattarola M. A simple 
microfluidic system for patterning populations of neurons on silicon 
micromachined substrates. J Neurosci Methods. 1999;87:35–44.

 7. Taylor AM, Rhee SW, Tu CH, Cribbs DH, Cotman CW, Jeon NL. Microflu-
idic multicompartment device for neuroscience research. Langmuir. 
2003;19:1551–6.

 8. Taylor AM, Blurton-Jones M, Rhee SW, Cribbs DH, Cotman CW, Jeon NL. 
A microfluidic culture platform for CNS axonal injury, regeneration and 
transport. Nat Methods. 2005;2:599–605.

 9. Taylor AM, Dieterich DC, Ito HT, Kim SA, Schuman EM. Microfluidic local 
perfusion chambers for the visualization and manipulation of synapses. 
Neuron. 2010;66:57–68.

 10. Taylor AM, Jeon NL. Micro-scale and microfluidic devices for neurobiol-
ogy. Curr Opin Neurobiol. 2010;20:640–7.

 11. Azari H, Reynolds BA. In vitro models for neurogenesis. Cold Spring Harb 
Perspect Biol. 2016;8(6):a021279.

 12. Sutton MA, Taylor AM, Ito HT, Pham A, Schuman EM. Postsynaptic decod-
ing of neural activity: eEF2 as a biochemical sensor coupling miniature 
synaptic transmission to local protein synthesis. Neuron. 2007;55:648–61.

 13. Shepherd GM. Corticostriatal connectivity and its role in disease. Nat Rev 
Neurosci. 2013;14:278–91.

 14. Haber SN. Corticostriatal circuitry. Dialogues Clin Neurosci. 2016;18:7–21.
 15. Blumenstock S, Dudanova I. Cortical and striatal circuits in Huntington’s 

disease. Front Neurosci. 2020;14:82.
 16. Costa RM, Lin SC, Sotnikova TD, Cyr M, Gainetdinov RR, Caron MG, Nicole-

lis MA. Rapid alterations in corticostriatal ensemble coordination during 
acute dopamine-dependent motor dysfunction. Neuron. 2006;52:359–69.

 17. Perez-Lopez JL, Contreras-Lopez R, Ramirez-Jarquin JO, Tecuapetla F. 
Direct glutamatergic signaling from midbrain dopaminergic neu-
rons onto pyramidal prefrontal cortex neurons. Front Neural Circuits. 
2018;12:70.

 18. Rangel-Barajas C, Rebec GV. Dysregulation of corticostriatal connectivity 
in Huntington’s disease: a role for dopamine modulation. J Huntingtons 
Dis. 2016;5:303–31.

 19. Paraskevopoulou F, Herman MA, Rosenmund C. Glutamatergic innerva-
tion onto striatal neurons potentiates GABAergic synaptic output. J 
Neurosci. 2019;39:4448–60.

 20. Nagarajan N, Jones BW, West PJ, Marc RE, Capecchi MR. Corticostriatal 
circuit defects in Hoxb8 mutant mice. Mol Psychiatry. 2018;23:1868–77.

 21. Peca J, Feliciano C, Ting JT, Wang W, Wells MF, Venkatraman TN, Lascola 
CD, Fu Z, Feng G. Shank3 mutant mice display autistic-like behaviours 
and striatal dysfunction. Nature. 2011;472:437–42.

 22. Virlogeux A, Moutaux E, Christaller W, Genoux A, Bruyere J, Fino E, Charlot 
B, Cazorla M, Saudou F. Reconstituting corticostriatal network on-a-chip 
reveals the contribution of the presynaptic compartment to Huntington’s 
disease. Cell Rep. 2018;22:110–22.

 23. Moutaux E, Charlot B, Genoux A, Saudou F, Cazorla M. An integrated 
microfluidic/microelectrode array for the study of activity-dependent 
intracellular dynamics in neuronal networks. Lab Chip. 2018;18:3425–35.

 24. Bang S, Hwang KS, Jeong S, Cho IJ, Choi N, Kim J, Kim HN. Engineered 
neural circuits for modeling brain physiology and neuropathology. Acta 
Biomater. 2021;132:379–400.

 25. Kyung JW, Bae JR, Kim DH, Song WK, Kim SH. Epsin1 modulates synaptic 
vesicle retrieval capacity at CNS synapses. Sci Rep. 2016;6:31997.

 26. Kyung JW, Cho IH, Lee S, Song WK, Ryan TA, Hoppa MB, Kim SH. Adaptor 
Protein 2 (AP-2) complex is essential for functional axogenesis in hip-
pocampal neurons. Sci Rep. 2017;7:41620.

 27. Ashrafi G, de Juan-Sanz J, Farrell RJ, Ryan TA. Molecular tuning of the 
axonal mitochondrial Ca(2+) uniporter ensures metabolic flexibility of 
neurotransmission. Neuron. 2020;105(678–687): e675.

 28. Sankaranarayanan S, De Angelis D, Rothman JE, Ryan TA. The use of 
pHluorins for optical measurements of presynaptic activity. Biophys J. 
2000;79:2199–208.

 29. Bae JR, Lee W, Jo YO, Han S, Koh S, Song WK, Kim SH. Distinct synaptic 
vesicle recycling in inhibitory nerve terminals is coordinated by SV2A. 
Prog Neurobiol. 2020;194: 101879.

 30. Koh S, Lee W, Park SM, Kim SH. Caveolin-1 deficiency impairs synaptic 
transmission in hippocampal neurons. Mol Brain. 2021;14:53.

 31. Lassus B, Naude J, Faure P, Guedin D, Von Boxberg Y, Mannoury la Cour 
C, Millan MJ, Peyrin JM. Glutamatergic and dopaminergic modulation of 
cortico-striatal circuits probed by dynamic calcium imaging of networks 
reconstructed in microfluidic chips. Sci Rep. 2018;8:17461.

 32. Bruno G, Colistra N, Melle G, Cerea A, Hubarevich A, Deleye L, De Angelis 
F, Dipalo M. Microfluidic multielectrode arrays for spatially localized drug 
delivery and electrical recordings of primary neuronal cultures. Front 
Bioeng Biotechnol. 2020;8:626.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in pub-
lished maps and institutional affiliations.


	Modulating and monitoring the functionality of corticostriatal circuits using an electrostimulable microfluidic device
	Abstract 
	Introduction
	Materials and methods
	Microfluidic device
	Primary neuron culture and electroporation
	Optical setup for imaging physiological parameters
	Immunofluorescence
	Image analysis

	Results
	Design and construction of an microfluidic device for investigating the physiology of neural circuits
	Successful reconstitution of CStr circuits in the microfluidic device platform
	Monitoring Ca2+ dynamics in CStr circuits during circuit activity using the microfluidic chamber
	Measurement of synaptic transmission during neural activity using the microfluidic chip
	Monitoring synaptic vesicle retrieval after electrical stimulation using the microfluidic device

	Discussion
	Acknowledgements
	References


