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Cadmium (Cd) is a common environmental pollutant. Its effects on human health have attracted great

attention. The kidney is the organ that is the most affected by Cd exposure. Thus, it is highly desirable to

develop a reliable model to evaluate Cd-induced nephrotoxicity in vitro. We present a kidney-on-a-chip

with three compartmentalized culture chambers to examine Cd-induced nephrotoxicity. The culture and

collection channels represent the capillary and the glomerular capsule sides of the glomerular filtration

barrier, respectively. Isolated primary rat glomerular endothelial cells (GECs) were cultured on the side

surface of the middle gel channel. The integrated GEC layer demonstrated the selective permeability of

the renal barrier. Therefore, it was further utilized to study the nephrotoxicity induced by Cd exposure at

different concentrations. Cd induced significant cytotoxicity and disrupted the expression of tight junction

protein ZO-1 in a dose-dependent manner. Moreover, Cd exposure increased the permeability of the

endothelial layer to large molecules, immunoglobulin G and albumin. These results facilitate the under-

standing of the underlying mechanism of kidney dysfunction and glomerular disease. This is the first study

Received 8th November 2016,
Accepted 7th April 2017

DOI: 10.1039/c6tx00417b

rsc.li/toxicology-research exposure.

1 Introduction

The toxic metal cadmium (Cd) poses a significant health risk
to humans and is thus a major public health concern. Cd is
ubiquitous in the environment. The main contamination
sources are cigarette smoke, welding, contaminated food, bev-
erages and ambient air."”® The accumulation of Cd in the
environment has caused various health concerns and chronic
illnesses in humans, such as kidney diseases, diabetes, neuro-
logical diseases, bone diseases and cardiovascular diseases.*™”
Although Cd can accumulate in various organs and tissues,
the most extensive accumulation occurs in the kidney.'® Toxic
effects on the functions of the glomerular and proximal
tubular systems of the kidney are recognized as characteristic
responses to Cd exposure.'* *?

The vascular endothelium is highly sensitive to toxic Cd
exposure. After exposure, Cd is absorbed into the blood-
stream-vascular system in the kidney. The renal endothelium
is the principal regulator of blood filtration and is essential

“Division of Biotechnology, Dalian Institute of Chemical Physics, Chinese Academy of
Sciences, Dalian, 116023, China. E-mail: jhqin@dicp.ac.cn
bUniversity of Chinese Academy of Sciences, Beijing, 100049, China

372 | Toxicol Res., 2017, 6, 372-380

on Cd-induced nephrotoxicity using primary GECs in a microfluidic device. The kidney-on-a-chip device
enables direct visualization and quantitative analysis of GEC responses to Cd in real time. It may provide a
micro-scale platform based on the human system for nephrotoxicity testing under varying environmental

to the maintenance of homeostasis in the body. Thus, the
kidney is greatly vulnerable to Cd exposure. Most studies on
Cd-induced nephrotoxicity have depended on in vivo animal
and in vitro cell-based models."*™"® Animal models have con-
tributed to studies on Cd-induced nephrotoxicity under phys-
iological conditions, but they limit the full understanding of
the mechanism underlying normal physiological or patho-
logical processes in the human body. Moreover, it is difficult
to perform quantitative studies via high throughput assays
using animal models. In contrast, in vitro cell-based assays
based on two-dimensional cultures of renal cell lines, such as
renal tubular cells, are popular for their simplicity.’® >
However, these simplified models lack the key representative
characteristics of the glomerular filtration barrier that are
crucial to maintaining renal function. The glomerular fil-
tration barrier is a dynamic selective barrier between the cir-
culatory system and the urinary system, which is imperme-
able to large protein molecules (e.g., albumin), but allows the
passage of small molecules and water.>* The barrier is mainly
composed of glomerular endothelial cells (GECs), fused base-
ment membranes and podocytes. As the glomerular vascular
endothelium is an important target of Cd exposure in vivo,
reproducing the physiological characteristics and the func-
tional responses of the glomerular endothelial barrier in vitro

This journal is © The Royal Society of Chemistry 2017
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is valuable to the study of Cd-induced renal toxicity in a
physiologically relevant manner.

Recent advances in engineering technology have made it
possible to mimic the in vivo environment of cells and tissues.
Near-physiological conditions can be created in microfluidic
devices based on the flexible design of complex and well-con-
trolled miniature devices.***> Many microfluidic devices have
used living cells to mimic the micro-architecture of living
organs in vivo, including the establishment of the renal
tubular system.>*' By creating in vivo-like extracellular
environments, micro-scale kidney models have been found to
sufficiently enhance cell polarization, rearrange the cytoskele-
ton and increase cell junctions. Although significant progress
has been made in building functional kidney models for renal
toxicity testing, most of these studies have focused on the
renal tubular system. No attempts have been made to establish
the glomerular endothelial barrier on a microdevice. Also,
such technology has not been able to create a glomerular fil-
tration barrier model that incorporates multiple physiological
parameters for toxicity analysis.

Here, we present a novel compartmentalized microfluidic
device lined with primary rat GECs to investigate the nephro-
toxicity induced by Cd exposure in vitro. Cell viability, lactate
dehydrogenase (LDH) leakage and expression of tight junction
protein in GECs were examined under Cd exposure. The per-
meability of the GEC layer on a chip was also compared after
exposure to Cd at different concentrations. All of the results
demonstrated abnormal cell morphology, reduced cell viabi-
lity, disrupted cell-cell junctions and enhanced permeability
in the GECs in the presence of Cd, which aligns with Cd-
induced responses in vivo. This kidney model facilitates the
evaluation of nephrotoxicity testing in a physiologically rele-
vant manner. It may provide a simple and efficient platform
for toxicology research and drug testing in vitro as an alterna-
tive to animal models.

2 Materials and methods
2.1 Materials

SU-8 3035 negative photoresist was purchased from
MicroChem Corp. A polydimethylsiloxane (PDMS) pre-
polymer and curing agent were purchased from Dow Corning
Corp. to fabricate the microfluidic devices. Endothelial cell
medium (Gibco), fetal bovine serum (FBS, Gibco), trypsin/
EDTA (Gibco), rat tail type I collagen (BD), live/dead kit (BD),
cell counting kit-8 (CCK-8, Dojindo), ZO-1 (Abcam), CD31
(Cell Signaling Technology), DAPI (Sigma), Alexa 594 and 488
conjugated goat secondary antibodies (Beyotime Company),
sodium fluorescein (NaFl), fluorescein IgG, albumin assay
kit, LDH assay kit and cadmium acetate were purchased from
Casmart Mall (Beijing, China) for cell-related experiments. All
of the chemical reagents used in this experiment were analyti-
cal reagent grade.

This journal is © The Royal Society of Chemistry 2017

View Article Online

Paper

2.2 Design and fabrication of the microfluidic device

The microfluidic chip was fabricated using soft lithography
and micromolding. The masks were designed using AutoCAD
(Autodesk) and printed on the plastic film at 4000 dpi resolu-
tion. First, to prepare the template, the SU-8 photoresist was
spin-coated onto clean glass wafers and then selectively cured
under an ultraviolet light source by using two masks continu-
ously. Next, the microdevice was fabricated by replicate
molding the master with PDMS at a 10 : 1 base-to-curing agent
weight ratio. Finally, the microdevice was firmly sealed with
the glass. The microfluidic device consisted of two higher
channels separated from a lower channel with collagen. The
higher channels were 300 pm in height and the lower channel
was 100 pm in height.

2.3 Isolation and identification of glomerular endothelial
cells

Primary glomerular micro-tissues were isolated from rat
kidneys according to a previously described protocol.>* The
isolated glomerular micro-tissues were cultured on a collagen
I-coated Petri dish in endothelial cell medium supplemented
with 10% FBS, 100 U mL™" of penicillin and 100 U mL™" of
streptomycin with 5% CO, at 37 °C. The cells spread around
the glomerular tissues after being cultured for 3 days under
static conditions. As the glomerular micro-tissues contained
podocytes and mesangial cells, we used differential digestion
to purify the endothelial cells. As GECs are more easily
digested than podocytes and mesangial cells, the endothelial
cells were digested using trypsin for 2 to 3 min after culturing
for 5 to 7 days. The digested endothelial cells were transferred
to a new Petri dish to expand. The GECs were identified with
immunofluorescence testing using the CD31 antibody, an
endothelial cell marker.

2.4 Culturing glomerular endothelial cells on a chip

Primary GECs isolated from rat glomeruli were cultured on the
concave surface of the collagen channel between the cell
culture and collection channels, mimicking glomerular capil-
laries. Natural-type collagen I was fused to the middle gel
channel for three-dimensional (3D) cell culturing.**** Each
channel on the microdevice had one flow inlet and one outlet,
facilitating the injection of different reagents and cells. After
fabricating the PDMS device, the collagen solution was com-
pounded at a final concentration of 6 mg mL™" according to
an alternative gelation procedure at 4 °C, aseptically pumped
into the collagen channel and allowed to gel at 37 °C for
30 min. After the microchip was prepared, the glomerular
micro-tissues were mechanically pipetted from the Petri
dishes. The glomeruli were centrifuged and re-suspended in
the cell culture medium at a density of 1 x 10* cells per mL.
The glomeruli were then injected into the cell culture channel.
The microchip was positioned on the side to enable the cells
to adhere to the concave surface of the collagen-coated micro-
channel. After being incubated in a humidified incubator at
37 °C for 72 h, the GECs cultured on the surface of the col-

Toxicol Res., 2017, 6, 372-380 | 373


http://dx.doi.org/10.1039/c6tx00417b

Published on 25 April 2017. Downloaded by RSC Internal on 31/01/2018 13:01:51.

Paper

lagen gel formed an endothelial cell barrier in vitro. The micro-
chip was put in a Petri dish and placed in the cell culture incu-
bator with 5% CO, at 37 °C.

2.5 Permeability testing of the glomerular endothelial cell
layer

To evaluate the barrier permeability of the GEC layer, we moni-
tored the diffusion of different sized molecules, such as the
fluorescein tracer NaFl (MW = 376 Da, 250 pM), FITC-IgG (MW
=150 kDa, 250 pM) and albumin (MW = 70 kDa, 40 mg mL ")
into the collection channel across the barrier over 60 min.
NaFl and IgG were introduced into the cell channel. Time-
lapse images of NaFl and IgG were collected at 0 min, 15 min,
30 min and 60 min. The diffusion of NaFl and IgG across the
barrier was measured by the fluorescence intensity. The per-
meability of the barrier for large molecule albumin was
assessed using the albumin assay kit.

2.6 Cd-Induced toxicity assessment in glomerular
endothelial cells

To assess Cd toxicity, the cells were exposed to a series of
cadmium acetate concentrations (2 pM to 16 pM) for 48 h.
LDH release from cells was measured using the LDH detection
kit and a microplate reader. To measure apoptosis, the cells
were stained using the live/dead Kit. The live cells were stained
green and the dead cells were stained red. Intracellular fluo-
rescence was measured using fluorescence microscopy.
Quantitative cell vitality data were tested using a CCK-8 assay.
5 pL of the CCK-8 reagent and 45 pL of the cell culture
medium were added to the cell culture channel. The solution
was collected in a 96-well plate and the absorbance at 450 nm
was measured by a microplate reader after incubation for 2 h.

2.7 Immunofluorescence assay

All of the cell samples were quickly rinsed with PBS and fixed
in 4% paraformaldehyde for 15 min. The fixed cells were per-
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meabilized in 0.2% Triton-X100 before being incubated with a
primary antibody, ZO-1 (diluted 1:300) or CD31 (diluted
1:300), overnight at 4 °C. The samples were then incubated
with Alexa 594 or 488 conjugated goat secondary antibodies
(diluted 1:100) for 1 h at room temperature. After washing
with PBS, the nuclei were counterstained with DAPI for 5 min.
All of the images were photographed using a Leica fluo-
rescence microscope and a confocal microscope. The image
analysis was performed using Image J.

2.8 Statistics and analysis

All of the data were presented as means + standard deviation
and all of the experiments were performed at least in triplicate.
Comparisons of the two groups were performed using
Student’s t-test and p < 0.01 was considered to be statistically
significant.

3 Results

3.1 Design and fabrication of a microfluidic device for renal
toxicity assays

GECs are susceptible to toxic substances, such as Cd (Fig. 1).
We designed and fabricated a PDMS microfluidic device con-
taining three channels, a cell culture channel, a gel channel
and a collection channel (Fig. 1b and c), to study Cd-induced
nephrotoxicity. The middle channel was perfused with col-
lagen I to support cell adhesion and growth on the 3D matrix.
The culture channel was loaded with GECs to mimic the capil-
lary side of the glomerular filtration barrier. The collection
channel was used to represent the glomerular capsule side and
collect the substances filtered from the culture channel across
the matrix. Before the assay, the GECs isolated from rat renal
cortexes were identified via an immunofluorescence assay with
a specific CD31 antibody. As shown in Fig. 2a, the cells
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Fig. 1 Schematic illustration of glomerular endothelial barrier formation on a chip. (a) Illustration of Cd exposure in daily life. (b) Schematic design
of the microfluidic chip for renal toxicity testing. The microfluidic device consists of a cell culture channel, a gel channel and a collection channel, in
which the GECs are cultured on the gel-coated surface to form the glomerular endothelial barrier. (c) Photo of the real microfluidic device. (d)

Illustration of glomerular structure.
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Fig. 2 Characterization of the glomerular endothelial cell layer cultured
on the microdevice. (a) Identification of the endothelial cells purified
from the glomerular micro-tissues using specific marker CD31 (red)
immunostaining. Scale bar: 50 um. (b) Identification of the formed glo-
merular endothelial cell layer on a chip with the expression of cell-
specific marker CD31 (red). Scale bar: 200 pm.
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strongly expressed the CD31 protein on the cellular membrane
and displayed cobblestone-like endothelial cell morphology.
The GECs were loaded into the culture channel after col-
lagen infusion into the middle gel channel. Then, the cells
were seeded onto the collagen surface forming an intact cell
layer that was reminiscent of the endothelial barrier in vivo
(Fig. 2b). The design of the kidney chip with compartmenta-
lized regions allowed various constituents to transit from the
cell culture channel to the collecting channel, assisting the
study of Cd-exposed GECs in a dynamic and real-time manner.

3.2 Characterizing the integrity of the glomerular endothelial
barrier

In vivo, GECs are major cellular components of the glomerular
filtration barrier in the kidney. To evaluate the function of the
endothelial barrier in the microfluidic device, we performed a
permeability assay using fluorescent tracers, including a small
molecule (NaFl) and a large protein molecule (IgG) (Fig. 3).
The diffusion of both fluorescent tracers was monitored for
60 min. It was further quantified based on the fluorescence
intensity. As shown in Fig. 3b, there was no significant differ-
ence between the two groups, showing that the small molecule
NaFl diffused as freely through the glomerular endothelial
barrier as in the control group without an endothelial layer. In
contrast, compared with the control, the fluorescence-labeled
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Fig. 3 Evaluation of glomerular endothelial barrier permeability using fluorescein tracers with different molecular weights. (a) Time-lapse images of
a permeable fluorescein tracer crossing the endothelial barrier using NaFl (green) and IgG (red) at 250 pM. Scale bar: 200 pm. Permeability of NaFl
(b) and 1gG (c) across the glomerular endothelial barrier over 60 min. Data are presented as mean + standard deviation. n = 3, **p < 0.01.
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IgG was unable to permeate the renal barrier (Fig. 3c). These
findings indicate the integrity of the glomerular endothelial
barrier on the designed kidney chip and the selectivity of renal
filtration. These findings are highly relevant, as increased
urinary albumin filtration can be an early sign of glomerular
dysfunction and chemically induced nephrotoxicity.

3.3 Evaluation of Cd-induced cytotoxicity in glomerular
endothelial cells

GECs are vulnerable to exotic toxicants, resulting in filtration
barrier dysfunction and nephrotoxicity. To assess the effects of
Cd on GECs, we tested cell viability, LDH leakage and tight
junction protein (ZO-1) expression after GEC exposure to Cd at
different concentrations (2 pM to 16 pM). We evaluated the
responses of the cells to Cd at these concentrations.'® As
shown in Fig. 4a, dead cells increased gradually as Cd concen-
tration increased. Cell viability declined in a dose-dependent
manner after treatment with 4 uM to 16 pM of Cd (Fig. 4b).
Cell viability reduced to 29.4% when exposed to 16 pM of Cd.
Furthermore, LDH leakage, a classic marker of endothelial cell
injury, was examined. We found that Cd exposure increased
LDH leakage under similar conditions, indicating the signifi-
cant biochemical changes in GECs after exposure to Cd.
However, we did not find cell viability to decrease or LDH
leakage to increase under treatment with 2 pM of Cd. This is
consistent with previous reports that low-dose Cd exposure
may be less acutely toxic.*”

The expression of tight junction proteins is critical to main-
taining the glomerular filtration function. We further exam-
ined the effect of Cd on the expression of ZO-1 in endothelial
cells using an immunofluorescence assay. Cd exposure clearly
reduced the expression of ZO-1 in GECs compared with the

Cd

Cd 4uM
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control group (Fig. 4c). This effect was exhibited in a dose-
dependent manner. This suggests that Cd may disrupt barrier
integrity by reducing the expression of tight junction proteins.

3.4 Change in glomerular endothelial barrier permeability
after Cd exposure

Due to the reduction of tight junction proteins in GECs, we
assumed that GECs would shrink, leading to the filtration of
large molecules through the glomerular endothelial layer.
Thus, we studied the effects of Cd on the permeability of the
glomerular endothelial barrier for large molecules using the
microfluidic device (Fig. 5a). Fluorescence-labeled IgG
diffused through the GEC layer after exposure to Cd in a dose-
dependent manner (Fig. 5b). We further tested the per-
meability of this barrier to albumin, which is the major
protein component of blood (Fig. 5¢). The permeability of the
barrier to albumin increased after exposure to Cd at different
concentrations (4 pM to 16 pM). The on-chip assay exhibited
GECs’ toxic responses to Cd and offered a powerful alterna-
tive to conventional animal and cell-based methods of tox-
icity testing.

4 Discussion

We describe a functional microdevice that mimics the in vivo
conditions of glomerular endothelium when exposed to Cd.
We characterize the effect of Cd exposure on the cytotoxicity
and permeability of the glomerular endothelial barrier. The
results indicate kidney-specific barrier functionalities and
more in vivo-like nephrotoxic responses to Cd. In vivo, the regu-
lation of endothelial cells for vascular permeability mainly
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lity after exposure to Cd using the live/dead assay kit. The cells were treated with Cd at different concentrations (2 pM to 16 pM). The live cells were
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dard deviation. n = 3, **p < 0.01.

376 | Toxicol Res., 2017, 6, 372-380

This journal is © The Royal Society of Chemistry 2017


http://dx.doi.org/10.1039/c6tx00417b

Published on 25 April 2017. Downloaded by RSC Internal on 31/01/2018 13:01:51.

Toxicology Research

d

Large
molecules

|
d

Glomerular filtration barrier

b100-

—t=(0uM =8=2pM

View Article Online

Paper

Cd

oM

2uM

4 uM

8 umMm

16 uM

)
é ~d=4pM  —=8puM

80 |
B 16 pM
=
“5 60
2
= 40 |
2
«
0
£ 20}
=
0
&

0

0 15 30 45 60
Time (min)

15 min 30 min 60 min
C 1. -
= %
@ 9}
E %%
=
=
Bt
Eer
=
(5]
Q
=
(=}
o 3 |}
£
g
=
=
< o
0 2 4 8 16

Cd Concentration (uM)

Fig. 5 Effect of Cd on the permeability of the glomerular endothelial barrier on a chip. (a) Time-lapse images of the permeable fluorescein tracer
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Endothelial barrier permeability to IgG over time. (c) Barrier permeability to albumin after 60 min under Cd exposure at different concentrations.

Data are presented as mean + standard deviation. n = 3, **p < 0.01.

depends on intercellular connections. Many studies have
found that Cd has a destructive effect on cell connec-
tions.'>?%%” Consistent with these nephrotoxic responses to
Cd, cell viability, LDH leakage and GEC layer permeability
were greatly altered when the cells were exposed to Cd on a
chip. Specifically, our data suggest that disrupted intercellular
junctions in the endothelium may injure the GEC layer fil-
tration function.

Previous toxicity studies on Cd have focused on kidney and
bone damage, and epidemiological evidence has linked Cd
exposure to adverse effects. Some studies have demonstrated
that Cd exposure induces significant renal cell apoptosis, indi-
cating impairment of cell function.*®?° These studies have pri-
marily been focused on proximal tubular cells rather than glo-
merular cells. Our cytotoxicity data provide direct evidence of
dose-dependent Cd-induced nephrotoxicity. Primary rat GECs
were chosen to construct the glomerular barrier, as primary
cells possess original tissue characteristics and functions. In
contrast to previous studies,’®*" a lower concentration of Cd at
4 pM was found to affect the viability of GECs. This could have
been caused by distinct cell resources.**** It is well known
that the most extensive accumulation of Cd occurs in the

This journal is © The Royal Society of Chemistry 2017

kidney'® and GECs are more sensitive to Cd stimuli. This

implies the potential of GECs to be target cells for nephrotoxi-
city testing during Cd exposure.

Collagen I was used as a natural extracellular matrix to
support GEC adhesion and growth. Although the glomerular
basement membrane is mainly composed of laminin, nido-
gens and collagen,” collagen I is also widely used to culture
renal cells and other endothelial cells in vitro.***® The primary
GECs maintained cell activity and cell-cell contact on the col-
lagen I matrix. Moreover, the endothelial cells formed an inte-
grated barrier on the collagen substrate that was impermeable
to large molecules, indicating the feasibility of collagen I in
GEC growth and function in the established chip model. Li
et al. found that low-dose Cd (1 pM) induced hyperpermeabil-
ity in human GECs.'® However, we did not find significant
changes in barrier permeability or cytotoxicity in GECs after
exposure to 2 pM of Cd. This inconsistency may be explained
by the different GEC species. In addition, we used a collagen
substrate as a natural extracellular matrix to support GEC
adhesion and growth on the chip. The 3D matrix could have
helped maintain cell layer integrity,"™" thereby leading to
differential GEC layer permeability.
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The glomerulus plays a central role in regulating the fil-
tration of molecules across the renal barrier. As a semiperme-
able membrane, small molecules and water are allowed to
pass through the barrier. Conventional kidney systems have
limited ability to evaluate glomerular function, making them
unsuitable for nephropathy studies on exposure to various
environmental toxins. Our kidney-on-a-chip model facilitates
the assessment of Cd-induced renal toxicity in a physiologi-
cally relevant manner. As the representative function of the
barrier in vivo, its permeability to different molecules was
characterized and quantified. Cd exposure was found to
increase the barrier’s permeability to large molecules, such as
IgG and albumin. The data support the appearance of patho-
logical changes that present in glomerular diseases in vivo
under Cd exposure, such as proteinuria.

Our model enables the direct visualization and quantitative
analysis of the biological processes of the glomerular endo-
thelial barrier in ways that have not been achieved in tra-
ditional cell culture or animal models. The proposed kidney-
on-a-chip model may provide a useful and cost-effective plat-
form for the study of renal pharmacology, nephrotoxicity and
glomerular disease under various pathological conditions and
environmental exposures.
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