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Abstract: Acute renal failure (ARF) is a clinical critical syndrome with rapid and severe decline of
renal function. Complications of ARF, especially its cardiac complications (cardiorenal syndrome
type 3, CRS-3), are the main causes of death in patients with ARE. However, the shortage and limited
efficacy of therapeutic drugs make it significant to establish new large-scale drug screening models.
Based on the Nitroreductase/Metronidazole (NTR/MTZ) cell ablation system, we constructed a
Tg(cdh17:Dendra2-NTR) transgenic zebrafish line, which can specifically ablate renal tubular epithelial
cells. The absence of renal tubular epithelial cells can lead to ARF in zebrafish larvae. The ARF
symptoms, such as heart enlargement, slow heart rate and blood stasis, are similar to the clinical
manifestations of human CRS-3. Furthermore, two therapeutic drugs (digoxin and enalapril) com-
monly used in the clinical treatment of heart failure were also effective in alleviating the symptoms of
CRS-3 in zebrafish, which proved the effectiveness of this model. Drug screening further discovered
a potential drug candidate, a-lipoic acid, which can effectively alleviate the symptoms of CRS-3
through its antioxidant function. Accordingly, we established a new ARF model of zebrafish, which
laid a foundation for large-scale screening of new therapeutic drugs for its complications.

Keywords: acute renal failure (ARF); cardiorenal syndrome (CRS); zebrafish model; drug screening;
nitroreductase (NTR); metronidazole (MTZ)

1. Introduction

Acute renal failure (ARF) is the most severe stage of acute renal injury (AKI). When
AREF occurs, the decrease of the glomerular filtration rate (GFR), inflammation surge and
renal endocrine dysfunction will lead to complications in the cardiovascular system, blood
system and nervous system [1]. Among complications, cardiac complications (cardiorenal
syndrome type 3, CRS-3) are the main causes of death in patients with ARFE. Presently, the
treatment of CRS-3 is mainly for acute heart failure and hypertension. The therapeutic
drugs used are cardiotonic glycosides (positive inotropic drugs, such as digoxin) and
non-cardiotonic glycosides (the angiotensin-converting enzyme inhibitor (ACEI), such
as enalapril). However, these drugs have obvious side effects, such as digitalis poison-
ing during digoxin treatment, which lead to the aggravation of renal dysfunction and
hypotension [2]. Therefore, it is important to develop safer and more effective drugs.

The zebrafish, a vertebrate model organism, is widely used to study developmental
mechanisms and disease pathologies. Studies show 84% of human genes associated
with the disease have a counterpart in zebrafish [3,4]. Zebrafish have the characteristics
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of abundant strains, small size and rapid embryo development in vitro. Regarding the
advantages of experimental technology, it possesses optical transparency, easy genetic
manipulation and complete annotation of the genome sequence. Especially as a model of
kidney disease, zebrafish have multiple advantages, such as simple kidney structure, high
similarity with human kidney disease, as well as the ability to repair and regenerate after
injury [5]. Zebrafish are also used for high-throughput in vivo drug screening due to their
fast reproduction and high yield. Therefore, zebrafish can be used to establish a large-scale
drug screening model for ARF complications.

Bacterial nitroreductase (NTR) can catalyze the reduction of the nontoxic prodrug
metronidazole (MTZ) to produce cytotoxic products (a cross-linking agent between DNA)
that can induce cell death [6]. Based on the NTR/MTZ system, we can construct transgenic
fish that express the fluorescent protein-NTR fusion protein in specific tissues through
tissue-specific promoters. Then, the transgenic zebrafish can be exposed to a specific
concentration of the MTZ solution, which would cause acute tissue-specific ablation [7]. A
previous study shows that the MTZ/NTR system can specifically damage NTR-expressing
cells without damaging the surrounding cells [8]. The NTR/MTZ system has been success-
fully utilized to induce conditional targeting of a variety of cell ablations for regeneration
studies in zebrafish, such as renal podocytes [9-11], cerebrovascular cells [12], liver cells [13]
and pancreatic beta cells [8]. As the NTR/MTZ system can easily obtain a large number
of individuals with specific tissue damage at the same time, the research of tissue injury
repair and regeneration is greatly accelerated. However, the model of renal tubule specific
ablation has not been constructed yet.

Herein, in order to obtain zebrafish ARF models with complete acute renal tubular
ablation, we generated the Tg(cdh17: Dendra2-NTR) transgenic zebrafish line. Upon expo-
sure to MTZ, transgenic zebrafish larvae showed symptoms similar to human ARF, such
as edema, heart enlargement, slow heart rate and blood stasis. The cardiac complications
are highly similar to the clinical manifestations of human CRS-3. Subsequently, we treated
AREF zebrafish larvae with two commonly used cardiac drugs, digoxin and enalapril. The
positive effects observed verified the applicability of drug screening with the zebrafish
larvae ARF model. Finally, we tried to use this model to screen potential therapeutic
drugs. Among these drugs, o-Lipoic acid can significantly improve the symptoms of CRS-3
through its activity of antioxidant stress. In general, we constructed a new zebrafish ARF
model, which lays a foundation for further screening of potential therapeutic drugs for the
treatment of clinical CRS-3 or other ARF complications.

2. Materials and Methods
2.1. Zebrafish Maintenance

According to the zebrafish book, all adult zebrafish (Danio rerio) are raised in aqua-
culture facilities with temperature control and standard light cycles (14 h of light, 10 h of
darkness). The zebrafish larvae are fed in egg water at 28 °C (deionized water contain-
ing 0.2% Instant Ocean Salt; pH 6.9-7.2; electrical conductivity 480-510 us/cm). Since
the zebrafish larvae are nourished by the yolk sac, all 7 dpf (post-fertilization) larvae in
this study did not need to be fed. The following zebrafish lines were used: AB strain,
Tg(cdh17:Dendra2-NTR), Tg(cmlc2:GFP) and Tg(flk1:GFP;gatal:DsRed). All experimental
procedures of zebrafish are carried out in accordance with the internationally recognized
principles of experimental animal use and care ethics.

2.2. Generation of Tg(cdh17-Dendra2-NTR) Transgenic Line

The promoter of cdhl7, a 4265 bp DNA fragment, was amplified from zebrafish
genomic DNA using specific primers (FORWARD) 5'-GAACAAAAGCTGGGTAC CGGG-
CCCAGAAAGTGCTGATAGTCCCAAG-3'; (REVERSE) 5'-CATGGTGGC GACCGGTGG-
ATCCCCTCGTCCCAAGCAGTAAAACCTGATG-3'. Then, we cloned the promoter of
cdh17, the fluorescent protein gene Dendra2 and the NTR gene sequence into the pBluescript
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II vector. After obtaining cdh17:Dendra2-NTR constructs, the constructs were injected into
zebrafish embryos of the AB genetic background at the one-cell stage for transgenesis [14].

2.3. NTR/MTZ Induced Renal Tubular Epithelial Cells Ablation

Zebrafish Tg(cdh17-Dendra2-NTR) larvae were collected at about 72 hpf for subsequent
experiments. Metronidazole (MTZ) (M3761-100G, Merck, Shanghai, China) was freshly
prepared in egg water containing 0.2% dimethyl sulfoxide (DMSO) (D8418, Merck, Shang-
hai, China). The larval fish were treated with various concentrations (2 mM, 4 mM, 6 mM,
8 mM, 10 mM) of MTZ for 8§, 16, 20 and 24 h in the dark. Subsequently, they were washed
with fresh egg water at least 3 times, then zebrafish larvae were returned to 28 °C and
monitored every 6 to 12 h. The minimum number of larvae was 30 per group under each
treatment condition, and each experiment was repeated more than three times.

2.4. FITC-Inulin Clearance Assay

Five percent (w/v) FITC-Inulin (1121221, Aladdin, Shanghai, China) was dissolved
into 0.9% NaCl and dialyzed with a 1000 Da dialysis bag to remove any unbound FITC.
Anesthetized larvae were injected with 2 nL of the FITC-inulin solution via the heart. Fifteen
minutes post-injection, the FITC intensity of larvae placed on 1% agar was determined
by imaging over the caudal region. Subsequently, larvae were immediately transferred to
70 puL egg water. After 4 h, the FITC intensity of larvae was reimaged [15]. Image] (Version
1.53j, National Institutes of Health: USA, 2021) software was used to calculate intensity
values for each larva.

2.5. Determination of Uric Acid and Urea Nitrogen

Thirty zebrafish larvae of Tg(cdh17:Dendra2-NTR) were collected at 1 dpi to 4 dpi,
washed with ultrapure water and placed in 1 mL ultra-pure water. Consequently, the
supernatant was obtained by low-temperature centrifugation after homogenization on ice.
The uric acid and urea nitrogen from the supernatant were detected by the Urea Nitrogen
Assay Kit, Micromethod (D799850, Sangon, Shanghai, China) and the Uric Acid (UA)
Content Assay Kit, Micromethod (D799286, Sangon, Shanghai, China) according to the
manufacturer’s instructions.

2.6. Apoptosis Detection

Tg(cdh17:Dendra2-NTR;cmlc2:GFP) larvae treated with MTZ and control were washed
three times using fresh egg water and cultured in 28 °C egg water; subsequently, they were
collected at 1 dpi to 4 dpi, then fixed with 4% paraformaldehyde at 4 °C overnight. The
TUNEL Assay (C10617, Thermo Fisher Scientific, Shanghai, China) was used to detect the
cell apoptosis of the kidney and heart according to the manufacturer’s instructions.

2.7. Drug Treatment

Immediately after MTZ elution, ARF larvae of (cdh17:Dendra2-NTR;cmlc2:GFP) were
randomly divided into an experimental group and a control group for therapeutic drug
treatment. The experimental group was respectively treated with two clinical cardiac
drugs, digoxin (NSC95100, Selleck, Shanghai, China) (0.1 ug/mL, 0.5 ug/mL) and enalapril
(MK-422, Selleck, Shanghai, China) (25 pg/mL, 50 ug/mL), as well as three potentially
effective drugs, a-lipoic acid (A506197, Sangon, Shanghai, China) (4 utM, 8 uM), curcumin
(A600346, Sangon, Shanghai, China) (0.5uM, 1 pM) and cinnamaldehyde (A501968, Sangon,
Shanghai, China) (2 pg/mL, 4 ug/mL). Each drug was diluted with egg water containing
0.2% DMSO, then treated for 2 h a day for 4 days. Simultaneously, the control group was
treated with 0.2% DMSO egg water.

2.8. ROS Detection

Reactive oxygen species (ROS) were determined using the Reactive Oxygen Species
Assay Kit (S0033S, Beyotime, Shanghai, China) based on 2’,7’-dichlorodihydrofluorescein
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diacetate (DCFH-DA). The ARF zebrafish larvae, treated or untreated with «-lipoic acid,
were incubated with 10 mM DCFH-DA (diluted with egg water containing 0.2% DMSO)
in the dark at 28 °C for 1 h. Then, they were washed three times with fresh egg water.
The fluorescence intensity was monitored using a stereo-fluorescence microscope with
excitation at 488 nm.

2.9. Acquisition Phenotype Data

In order to continuously observe the ARF phenotype and post-injury cardiac compli-
cations, 3-5 larvae were randomly selected from each treatment condition, then their body;,
heart, blood vessels and erythrocyte phenotypes were recorded every day for 4 consecutive
days. The larvae were placed in 1% low-melting-point agarose SFR (TM) High Resolution
(A600234, BBI Life Sciences, Shanghai, China). The heartbeat and erythrocytes” movement
videos were collected by a stereoscopic fluorescence microscope, the BX3-CBH microscope
(Olympus, Japan), and the morphological changes of blood vessels (dorsal aorta (DA) and
posterior cardinal vein (PCV), and vessels around the heart) were photographed by the
Nikon A1 confocal microscope. After fixation with 4% formaldehyde for 1 h, the heart mor-
phology of MTZ-treated or untreated larvae was photographed by the Nikon A1 confocal
microscope.

2.10. Assessment of Heart Rate and Blood Flow

The heart rate of zebrafish larvae was calculated according to the method in refer-
ence [16]. Firstly, videos were processed using Adobe Premiere CC software, VirtualDub
software, X264vfw software and Image]J software. Image] was used to analyze the dynamic
pixel changes. Secondly, the peak analyzer function in Origin 9.1 was used to calculate the
peak time. Finally, the peak time interval and the number of beats per minute (BPM) were
calculated using Microsoft Excel software based on the peak time. The smooth heartbeat
rhythm graph was done by Origin 9.1 software with default settings.

The frame-by-frame motion of erythrocytes from the video image was tracked using
Image] to estimate the tail artery blood flow velocity in the posterior aorta [17,18]. More
than four erythrocytes of each fish (5 zebrafish larvae in each group) over 10 frames at a
video framerate of 30 frames/second were analyzed to determine the average erythrocyte
velocity (mm/seconds).

3. Results
3.1. Generation of Tg(cdh17:Dendra2-NTR) Transgenic Line

We amplified a 4.265 kb DNA fragment located upstream of the cdh17 promoter. Sub-
sequently, Dendra2-NTR was ligated under the control of this promoter in the pBluescript II
vector, and zebrafish embryos were injected with these constructs (Figure 1A). By crossing
with wild-type fish, we identified founders of Tg(cdh17:Dendra2-NTR) transgenic fish lines.
The founders showed that Dendra2 was expressed exclusively in the region of renal tubules
at 24, 48 and 72 h post-fertilization (hpf) by fluorescence microscopy (Figure 1B-E). The
founder with the highest expression of Dendra2 was utilized to collect embryos for further
research and line maintenance. At the same time, we found that the Tg(cdh17:Dendra2-NTR)
transgenic line can completely mark the proximal and distal tubule of the pronephron.
We also did not find a high expression of Dendra2 in other types of cells. Therefore, this
transgenic line can be used for subsequent ablation of renal tubular epithelial cells.
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Figure 1. Tg(cdh17:Dendra2-NTR) transgenic line construction. (A) Constructs used to generate
the cdh17-driven Dendra2-NTR transgenic line is shown. Dendra2, green-to-red photo-switchable
fluorescent protein; NTR, nitroreductase. Dendra2 expression in Tg(cdh17:Dendra2-NTR) transgenic
fish renal tubules (arrowheads) at 24 hpf (B), 48 hpf (C) and 72 hpf (D), respectively. Scare bar: 200 pm.
(E) Detailed display of the laser confocal image in the middle section of the 72 hpf Tg(cdh17:Dendra2-
NTR) transgenic fish renal tubule. Scare bar: 100 um.

3.2. Establishment of Zebrafish Larvae ARF Model

Next, we explored the conditions MTZ-induced renal tubular epithelial cells” ablation.
As the renal tubules and many important organs of zebrafish larvae have been developed
at 72 hpf, we chose this period to construct the ARF model. The Tg(cdh17:Dendra2-NTR)
zebrafish larvae (Heterozygotes of Tg(cdh17:dendra2-NTR) were used in all of the following
experiments) at 72 hpf were treated with MTZ for 8, 12, 16, 20 and 24 h at concentrations
ranging from 2 to 10 mM. There are only two situations after MTZ treatment: One is
the large-scale loss of renal tubular epithelial cells, in which the renal tubules cannot be
repaired. The other is that all cells will not be ablated. A partially repairable tubular
injury was not found. When treated with low-concentration MTZ, the renal tubule of
most zebrafish larvae will not be ablated, but the proportion of renal-tubule-ablated larvae
begins to rise after increasing the concentration (Figure S1). When the zebrafish larvae were
treated with 8 mM MTZ for 16 h, the ideal effect was found whereby 100% of zebrafish
larvae showed a significant loss of Dedra2 fluorescence in the renal tubules (Figure 2A).
Furthermore, edema occurred in the larvae after treatment with 8 mM MTZ (Figure 2B),
similar to human ARF. Although the same effect could also be observed under 10 mM MTZ
treatment for 12 h or less than 8 mM MTZ for more than 16 h, we selected the condition of
8 mM MTZ treatment for 16 h as a default method since the non-specific toxicity may be
caused by the higher concentration or longer duration of the MTZ treatment. In order to
verify whether MTZ is toxic to renal function, we treated the 72 hpf Tg(cdh17:DsRed) larvae
with 8 mM MTZ for 16 h. The renal function was not affected, and the apoptosis of renal
tubular epithelial cells did not increase, which proved that 8 mM MTZ would not cause
toxicity to zebrafish kidneys (Figure S2).
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Tg(cdh17:Dendra2-NTR)
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Figure 2. MTZ induces renal tubular epithelial cells-specific ablation. (A) Treatment with MTZ
resulted in the attenuation of the Dedra2 signal in the renal tubules of Tg(cdh17:Dendra2-NTR)
zebrafish larvae (n = 30). The white arrowheads in Con larvae indicated the intact renal tubules (head,
body and tail). The white and red arrowhead in MTZ larvae respectively indicated the remaining and
the injured parts of the renal tubules. Scare bar: 100 pm. (B) Edema could be seen in MTZ-treated
Tg(cdh17:Dendra2-NTR) zebrafish larvae but not in the control at 1 dpi to 4 dpi (1 = 30). Scale bar:
200 pm. Con, control. n, the number of larvae per group under each treatment condition. Each
experiment was repeated more than three times.

3.3. Renal Tubules Injury Mediated the Renal Function Loss

NTR-expressing cells could convert non-toxic MTZ into cytotoxic substances through
NTR to induce cell death [6]. We further investigated whether MTZ can induce apoptosis
of renal tubular epithelial cells by TUNEL assay. As a result, we found obvious apoptosis
occurred in the renal tubules of MTZ-treated Tg(cdh17:Dendra2-NTR) larvae compared with
the control (Figure 3A). These results suggested that the loss of Dendra?2 fluorescence in
Tg(cdh17:Dendra2-NTR) larvae were caused by the apoptosis of renal tubular epithelial
cells. Inulin is a non-metabolic polysaccharide that can be filtered freely but will not be
reabsorbed or secreted by the nephron. The clearance rate of inulin is an important criterion
for the detection of the glomerular filtration rate (GFR) [15]. Thus, we used FITC-inulin
to evaluate the renal function of zebrafish in the ARF model. Our results showed that
the FITC-inulin removal degree in ARF fish was significantly reduced compared with the
control group, which confirmed the loss of renal function in the zebrafish ARF model
(Figure 3B,C). Uremic toxins are always accumulated inside the body if they have not been
cleared in a timely manner after ARF occurs. Uremic toxin is a driving factor of CRS-3,
and is often related to uremic cardiomyopathy and heart rhythm disorders [19]. Urea
nitrogen (UN) and uric acid (UA) have been widely used as essential clinical markers
for the diagnosis and monitoring of renal function in patients with nephropathy [19]. In
order to evaluate the effect of renal tubular epithelial cells” ablation on renal function, we
detected the changes of these urotoxins in MTZ-treated Tg(cdh17:Dendra2-NTR) larvae and
the control. Thirty ARF or control larvae were gathered to determine UN and UA from
1-day post injury (dpi) to 4 dpi. After treatment with MTZ, the average levels of UN and
UA of the larvae were increased about 2 times compared with the control (Figure 3D). This
is similar to the accumulation of urotoxins in human ARF patients without intervention. In
order to evaluate the survival of zebrafish larvae after ARF, we calculated the survival rate
of ARF larvae. Larvae were placed in a six-well plate, with each well containing 15 fish.
After MTZ treatment, the number of deaths was counted every day until all the larvae
died. ARF larvae died from 2 dpi. Average survival rates from 2 dpi to 5 dpi were 91.11%,
72.22%, 27.78% and 6.667%, respectively (Figure 3E). No larvae survived at 6 dpi.
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Figure 3. Renal tubular injury leads to loss of renal function. (A) Terminal deoxynucleotidyl transferase-mediated de-
oxyuridine triphosphate nick end labeling (TUNEL)-positive apoptotic cells (red) were detected in the renal tubules
of Tg(cdhl7:Dendra2-NTR) zebrafish larvae treated with MTZ, but not in the control (n = 30). Scale bar: 50 pm.
(B,C) Tg(cdh17:Dendra2-NTR) zebrafish larvae treated with MTZ or the control were injected with 2 nL 5% FITC-inulin, and
FITC-inulin fluorescence intensity of the caudal artery was detected in three separate regions 15 min and 4 h after injection.
White or red arrows respectively indicated the same measuring position of Con larvae or MTZ larvae. (D) Zebrafish larvae
treated with MTZ or control zebrafish larvae (30 larvae/Sample) were collected at 1 dpi to 4 dpi for the detection of UA
and UN. (E) Tg(cdh17:Dendra2-NTR) zebrafish larvae treated with MTZ and control zebrafish larvae were collected (1 = 60,
respectively), and their survival rate was calculated from 1 dpi to 6 dpi. The data are expressed as the mean + SEM;
*p <0.05 * p <0.01, and **** p < 0.001 (ANOVA /Dunnett’s test).

3.4. Zebrafish ARF Model Can Simulate Human CRS-3 Complications

Cardiac complications occur commonly in ARF patients [20] and are the leading cause
of death. To observe the cardiac complications of the zebrafish ARF model, Tg(cdh17:
Dendra2-NTR) transgenic fish were crossed with the Tg(cmlc2:GFP) line, which label car-
diomyocytes. We found the average beat per minute (BPM) of the control group fluctuated
between 201 and 255, while the average BPM of ARF larvae gradually decreased from 1 dpi
to 4 dpi (177, 155, 135 and 95) (Figure 4A—-C; Video S1). The heart enlargement or heart
deformation of ARF larvae began to appear at 1 dpi and 2 dpi, respectively. Compared
with the control group, the fluorescence intensity of ARF larvae hearts was weaker, and
the arrangement of cardiomyocytes was looser and more disorderly (Figure 4D; Video S1).
Besides, cardiomyocyte apoptosis in ARF larvae was observed by TUNEL assay (Figure 4E).
All these cardiac changes in ARF larvae are highly consistent with those of human ARF
patients. Therefore, ARF larvae can be used as a CRS-3 animal model.
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Figure 4. ARF induced heart failure in zebrafish larvae. The heart rate (A—C) and heart size (D) of Tg(cdh17:Dendra2-
NTR;cmlc2:GFP) zebrafish larvae treated with MTZ or control were detected (n = 5). (E) TUNEL-positive apoptotic
cardiomyocytes (red) were detected in the heart of Tg(cdh17:Dendra2-NTR;cmlc2:GFP) zebrafish larvae treated with MTZ,
but not in the control (n = 30). Scare bar: 100 um. Mean £ SEM; ns, not significant; ** p < 0.01, *** p < 0.001, *** p < 0.0001,
ANOVA /Dunnett’s test compared with control.

1

2 3
Days post injury

2 3
Days post injury




Biomolecules 2021, 11, 1370

9of 14

In addition, we crossed Tg(cdh17:Dendra2-NTR) with Tg(flk1:GFP;gatal:DsRed) trans-
genic fish, and fluorescently labeled blood vessels and erythrocytes. As shown in Figure 5A
and Video S2, the video of erythrocytes’ movement reflected the changes in hemodynamics.
We further found the blood flow velocity of the caudal artery in the control group was
1314-1384 mm/s (Figure 5B). After MTZ treatment, the blood flow velocity gradually
decreased, from 1231 mm/s at 1 dpi to 357 mm/s at 4 dpi (Figure 5B). In addition, obvious
caudal artery (CA) narrowing and caudal vein (CV) dilation were observed in ARF larvae
at 4 dpi (Figure 5C-E). These apparent abnormalities regarding the heart, and vessels of
AREF larvae are closely related to CRS-3 [20], which further shows that the zebrafish ARF
model also can simulate human CRS-3.

vs)

2000

(mm/s)

Blood flow

1500

1000

500

= Con
mm MTZ

. e e ok ke

Ll

2 3 4
Days post injury

Figure 5. Changes of blood flow and blood vessels in ARF larvae. (A) The erythrocytes in the caudal artery (CA) (green

arrow), caudal vein (CV) (white arrow), posterior cardinal vein (PCV) (green arrow) and dorsal aorta (DA) (white arrow) of
Tg(cdh17:Dendra2-NTR; flk1:GFP;gatal:DsRed) zebrafish larvae treated with MTZ or control are shown. Scale bar: 200 um.
(B) After treatment with MTZ, the caudal artery blood flow velocity of zebrafish larvae (1 = 5) was evaluated using Image].
(C-E) Confocal images of blood vessels around the heart and tail of Tg(cdh17:Dendra2-NTR; flk1:GFP;gatal:DsRed) zebrafish
larvae treated with MTZ or control (1 = 5). The Scale bars of (C) and (D,E) are 100 um and 200 pm, respectively. The red
and white line segments represent the vessel lumen of zebrafish larvae. CA, caudal artery; CV, caudal vein. Mean + SEM;
*p <0.05 and **** p < 0.001, ANOVA /Dunnett’s test compared with control.

3.5. Evaluation the Efficacy of Approved Therapeutic Drugs on the CRS-3 Model

In order to further verify the effectiveness of the zebrafish CRS-3 model, two FDA-
approved heart failure drugs (digoxin and enalapril) were selected to treat ARF larvae,
and the efficacy was evaluated by the heart, blood vessels and survival rate. Digoxin has
beneficial hemodynamic and neurohormonal effects on patients with heart failure [21].
Enalapril can delay the clinical progression of congestive heart failure symptoms and
reduce the need for hospitalization [22]. As shown in our results, compared with ARF
larvae, after treatment with different concentrations of digoxin or enalapril, the symptoms
of ARF zebrafish larvae with a heart-rate disorder appeared to have been significantly
improved. At 1 dpi—4 dpi, the average BPM of ARF larvae treated with 0.1 ug/mL digoxin
or 25 ug/mlL enalapril were increased approximately 1.5 times (Figure 6A-C; Video S3). The
symptom of heart enlargement was also improved after treatment with these therapeutic
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drugs (Figure 6D; Video S3). Furthermore, the blood flow velocity of ARF larvae was
increased after treatment with digoxin or enalapril. At 2 dpi, the average caudal artery
blood flow velocity of ARF larvae treated with 0.1 pg/mL digoxin or 25 pg/mL enalapril
were 959 mm/s and 1088 mm/s, respectively (Figure 6E; Video S3). Both digoxin and
enalapril treatment can enhance the survival rate of ARF larvae. As shown in Figure 6F,
compared with the untreated group (81.6%, 46.67%, 23.33% and 6.667%), the average
survival rates of ARF larvae treated with 0.1 pg/mL digoxin (95%, 75%, 56.67% and
26.67%) or 25 pug/mL enalapril (93.33%,80%, 51.67% and 30%) were significantly increased
at 2 dpi to 5 dpi. This is consistent with the clinical efficacy of digoxin and enalapril in
human clinical treatment, and also confirmed the applicability of this CRS-3 model in drug
screening. However, due to the side effects of digoxin and enalapril, they can be effective
only with the appropriate drug concentration and treatment regimens.
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Figure 6. Evaluation of the effect of digoxin and enalapril on the CRS-3 model. (A) Heart images of zebrafish larvae (Control,
zebrafish larvae treated with MTZ, zebrafish larvae treated with digoxin or enalapril) (n = 5) at 2 dpi are shown. Scale bar:
100 um. (B,C) Heart rate was detected by the dynamic change pattern in the ventricle of zebrafish larvae. (D) ARF-induced
heart enlargement can be decreased by digoxin and enalapril (1 = 5). (E) Compared with the control group, treatment of
AREF larvae with digoxin and enalapril resulted in significant increases in blood flow velocity (1 = 5). (F) After treatment
with digoxin or enalapril, the survival rate of ARF zebrafish larvae was increased (1 = 60). Mean £ SEM,; ns, not significant;
*p <0.05,**p <0.01, *** p <0.001, and **** p < 0.0001, ANOVA /Dunnett’s test compared with untreated ARF zebrafish

larvae.
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3.6. Screening Potential Drugs and Exploring Possible Mechanisms of Drugs Effect on
CRS-3 Model

Next, in order to screen new CRS-3 therapeutic drugs, we tried several possible
effective drugs («-lipoic acid, curcumin, cinnamaldehyde) to treat ARF larvae. The effect
of a-lipoic acid is the most obvious (Figure S3). After treatment of ARF larvae with
a-lipoic acid, both the heart rate and blood flow velocity significantly increased, heart
enlargement improved and the survival rate was significantly enhanced (Figure 7A-F;
Video S4). Therefore, the effect of x-lipoic acid on the heart is similar to that of digoxin
and enalapril. These results indicated that «-lipoic acid may be a new potential CRS-3
therapeutic drug.
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Figure 7. Effect of «-lipoic acid on CRS-3. (A—F) The heart rate, blood flow, heart dilatation and survival rate of ARF larvae
treated with a-lipoic acid (4 uM, 8 uM) and the untreated group are presented. The number of larvae in each group was
five, except for the survival rate group (n = 60). Scale bar: 100 um. (G,H) MTZ-induced ROS in zebrafish larvae (n = 5) can
be attenuated by «-lipoic acid. The image shows that ROS significantly decreased as the drug concentration increased. The
white arrow points to the heart area. The Scale bar of (B,G) are 100 pm and 200 um, respectively. Mean £ SEM; ns, not
significant; * p < 0.05, ** p < 0.01, *** p < 0.001, and **** p < 0.0001, ANOVA /Dunnett’s test compared with untreated ARF
larvae.
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As a powerful antioxidant, o-lipoic acid has significant electrophilicity and the ability
to react with free radicals, and has a beneficial effect in clinical conditions [23,24]. Studies
show that acute kidney injury leads to increased systemic oxidative stress, involving
multiple pathological pathways of ARF, such as cardiovascular disease [25,26]. Therefore,
we speculate that the antioxidant activity of a-lipoic acid may be involved in the therapeutic
mechanism. We detected the changes of reactive oxygen species (ROS) in untreated or
a-lipoic acid-treated ARF zebrafish larvae. We found that the ROS level of «-lipoic acid-
treated ARF larvae was significantly decreased compared to the control and other drug
treatment groups (Figure S3). The ROS level in the heart also decreased significantly
(Figure 7G,H). These results support that the anti-ROS effect of x-lipoic acid is involved in
the treatment mechanism of CRS-3, which also proved it has potential as a drug in CRS-3
treatment. Meanwhile, Digoxin and enalapril had no effect on the level of ROS, which
proved that the causes of CRS-3 were diverse, and we can intervene in this disease through
different targets.

4. Discussion

cdhl17 is a marker gene specifically expressed in renal tubular epithelial cells of ze-
brafish. Many transgenic lines have been constructed using the promoter of this gene,
which can be used in the study of renal tubular development and damage repair [27-29].
However, there is no report on transgenic fish lines that can specifically damage renal
tubular epithelial cells. Herein, we constructed a transgenic fish line of Tg(cdh17:Dendra2-
NTR) that takes advantage of the MTZ/NTR system. When the transgenic larvae were
treated with MTZ, most of the renal tubular epithelial cells could be ablated. This caused a
sudden loss of renal function in zebrafish larvae. Therefore, we successfully constructed
the zebrafish ARF model. This model can be used not only to study AREF, but also to study
the effect of renal tubular epithelial cell ablation on other cell types.

Using the zebrafish ARF model, we found that zebrafish had cardiac complications
that are highly similar to human CRS-3. To further verify the effectiveness of the zebrafish
CRS-3 model, we tested the therapeutic effects of two FDA-approved heart failure drugs
(digoxin and enalapril) on this CRS-3 model. After treatment, cardiac dilation and venous
congestion of ARF larvae were significantly reduced. This indicates that the zebrafish
CRS-3 model can not only simulate the symptoms of human patients, but also be used to
screen and evaluate therapeutic drugs in vivo.

Zebrafish have now been used in large-scale drug screening for a variety of diseases.
Using the ARF model, we further found that o-lipoic acid had a great effect on CRS-3.
This proves that the zebrafish ARF model can be used for large-scale drug screening.
Furthermore, we found that «-lipoic acid exerts its therapeutic function through the effect
of antioxidant stress. This means that oxidative stress plays an important role in the
pathogenesis of ARF complications. Next, we will use this model for large-scale drug
screening, hoping to find new drugs with small side effects and great therapeutic effect for
further clinical research.

However, the zebrafish ARF model inevitably has some defects. Because NTR is highly
expressed in all renal tubular epitheliums, all renal tubular epithelial cells were injured
by MTZ with the same intensity. This will cause extensive irreparable renal damage. This
is different from many patients with AKI who still retain some renal function. Therefore,
this model cannot be used to screen diuretics for ARF. In addition, due to the permeability
of zebrafish larval skin [30,31], some water-soluble or small-molecular-weight urinary
toxins, such as UN, may diffuse into the culture medium through the skin, which may
be the reason the concentration of UN is lower than that of some other species’” ARF
models [32-34]. However, from the phenotypes of ARF larvae, this permeability should
not have a great impact on water and sodium retention or acid-base imbalance. The
zebrafish ARF model also has the advantages of simple batch operation, low cost and
high efficiency. The zebrafish is also a convenient model animal for genetic manipulation.
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Using CRISPR/Cas9 and other technologies, it is convenient to knock out specific genes in
zebrafish, so as to study its role in the pathogenesis and treatment of ARF complications.

5. Conclusions

AREF often leads to numerous complications, among which CRS-3 is the main cause of
death. In this study, the zebrafish ARF model was established, which can be used to screen
and evaluate the therapeutic effect of CRS-3 drugs in vivo. We believe that this model is a
convenient and efficient alternative to mammalian drug screening models. Furthermore, it
will also have broad application in the research on the pathogenesis of ARF complications.

Supplementary Materials: The following are available online at https:/ /www.mdpi.com/article/
10.3390/biom11091370/5s1, Figure S1: Determination of MTZ treatment concentration; Figure S2:
8 mM MTZ does not cause zebrafish larvae nephrotoxicity; Figure S3: Effect of multiple drugs on
ROS level of ARF larvae. Video S1. Changes in the heart of ARF larvae, Video S2. Changes in the
blood flow of ARF larvae, Video S3. Effect of digoxin and enalapril on ARF zebrafish larvae, Video S4.
Effect of «-lipoic acid on ARF zebrafish larvae.

Author Contributions: C.L. and J.Z. (Jinghong Zhao) conceived the study; C.L. and S.L. designed
the study; S.L., W.Y,, L.D., T.Y,, X.L,, ].Z. (Jiangping Zhang) and C.L. performed all the experiment;
S.L., C.L. and W.Y. carried out microscopy; C.L., W.Y. and S.L. prepared the manuscript; all authors
approved the final version. All authors have read and agreed to the published version of the
manuscript.

Funding: This work was funded by The National Key Research and Development Program of China
(2017YFA0106600), the National Natural Science Foundation of China (No. 31771609, 32070822).

Institutional Review Board Statement: In this study, all animal care and use protocols were ap-
proved by the Institutional Animal Care and Use Committee of the Army Medical University, China
(SYXK-PLA-2007035).

Informed Consent Statement: Not applicable.

Conflicts of Interest: The authors declare no conflict of interest.

References

1. Schaubroeck, H.A.; Gevaert, S.; Bagshaw, S.M.; Kellum, J.A.; Hoste, E.A. Acute cardiorenal syndrome in acute heart failure: Focus
on renal replacement therapy. Eur. Heart |. Acute Cardiovasc. Care 2020, 9, 802-811. [CrossRef] [PubMed]

2. Raina, R.; Nair, N.; Chakraborty, R.; Nemer, L.; Dasgupta, R.; Varian, K. An Update on the pathophysiology and treatment of
cardiorenal syndrome. Cardiol. Res. 2020, 11, 76. [CrossRef]

3. Sepahi, A.; Kraus, A.; Casadei, E.; Johnston, C.A.; Galindo-Villegas, J.; Kelly, C.; Garcia-Moreno, D.; Mufoz, P; Mulero, V.;
Huertas, M. Olfactory sensory neurons mediate ultrarapid antiviral immune responses in a TrkA-dependent manner. Proc. Natl.
Acad. Sci. USA 2019, 116, 12428-12436. [CrossRef]

4.  Galindo-Villegas, J. The Zebrafish Disease and Drug Screening Model: A Strong Ally Against Covid-19. Front. Pharmacol. 2020,
11, 680. [CrossRef]

5. Zon, LI; Peterson, R.T. In vivo drug discovery in the zebrafish. Nat. Rev. Drug Discov. 2005, 4, 35-44. [CrossRef]

6.  Curado, S.; Stainier, D.Y.; Anderson, R.M. Nitroreductase-mediated cell/tissue ablation in zebrafish: A spatially and temporally
controlled ablation method with applications in developmental and regeneration studies. Nat. Protoc. 2008, 3, 948-954. [CrossRef]

7.  Huang, J.; Mckee, M.; Huang, H.D.; Xiang, A.; Davidson, A.].; Lu, H.A. A zebrafish model of conditional targeted podocyte
ablation and regeneration. Kidney Int. 2013, 83, 1193-1200. [CrossRef]

8.  Pourghadamyari, H.; Rezaei, M.; Basiri, M.; Tahamtani, Y.; Asgari, B.; Hassani, S.-N.; Meshkani, R.; Golmohammadi, T.;
Baharvand, H. Generation of a transgenic zebrafish model for pancreatic beta cell regeneration. Galen Med. ]. 2019, 8, 1056.
[CrossRef]

9. Zhang, R.; Han, P; Yang, H.; Ouyang, K.; Lee, D.; Lin, Y.-F; Ocorr, K.; Kang, G.; Chen, J.; Stainier, D.Y. In vivo cardiac
reprogramming contributes to zebrafish heart regeneration. Nature 2013, 498, 497-501. [CrossRef]

10.  Choi, T.Y,; Ninov, N.; Stainier, D.Y.; Shin, D. Extensive conversion of hepatic biliary epithelial cells to hepatocytes after near total
loss of hepatocytes in zebrafish. Gastroenterology 2014, 146, 776-788. [CrossRef]

11. He,].; Lu, H; Zou, Q.; Luo, L. Regeneration of liver after extreme hepatocyte loss occurs mainly via biliary transdifferentiation in
zebrafish. Gastroenterology 2014, 146, 789-800.e8. [CrossRef]

12.  Chen,]; He,]; Ni, R; Yang, Q.; Zhang, Y.; Luo, L. Cerebrovascular injuries induce lymphatic invasion into brain parenchyma to

guide vascular regeneration in zebrafish. Dev. Cell 2019, 49, 697-710.e5. [CrossRef] [PubMed]


https://www.mdpi.com/article/10.3390/biom11091370/s1
https://www.mdpi.com/article/10.3390/biom11091370/s1
http://doi.org/10.1177/2048872620936371
http://www.ncbi.nlm.nih.gov/pubmed/32597679
http://doi.org/10.14740/cr955
http://doi.org/10.1073/pnas.1900083116
http://doi.org/10.3389/fphar.2020.00680
http://doi.org/10.1038/nrd1606
http://doi.org/10.1038/nprot.2008.58
http://doi.org/10.1038/ki.2013.6
http://doi.org/10.31661/gmj.v8i0.1056
http://doi.org/10.1038/nature12322
http://doi.org/10.1053/j.gastro.2013.10.019
http://doi.org/10.1053/j.gastro.2013.11.045
http://doi.org/10.1016/j.devcel.2019.03.022
http://www.ncbi.nlm.nih.gov/pubmed/31006646

Biomolecules 2021, 11, 1370 14 of 14

13.

14.

15.

16.

17.

18.

19.
20.

21.

22.
23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

Stoddard, M.; Huang, C.; Enyedi, B.; Niethammer, P. Live imaging of leukocyte recruitment in a zebrafish model of chemical liver
injury. Sci. Rep. 2019, 9, 1-11. [CrossRef] [PubMed]

Plessis, A.; Perrin, A.; Haber, J.E.; Dujon, B. Site-specific recombination determined by I-Scel, a mitochondrial group I intron-
encoded endonuclease expressed in the yeast nucleus. Genetics 1992, 130, 451-460. [CrossRef]

Rider, S.A.; Tucker, C.S.; del-Pozo, J.; Rose, K.N.; MacRae, C.A.; Bailey, M.A.; Mullins, ].J. Techniques for the in vivo assessment of
cardio-renal function in zebrafish (Danio rerio) larvae. J. Physiol. 2012, 590, 1803-1809. [CrossRef]

Sampurna, B.P.; Audira, G.; Juniardi, S.; Lai, Y.-H.; Hsiao, C.-D. A simple imagej-based method to measure cardiac rhythm in
zebrafish embryos. Inventions 2018, 3, 21. [CrossRef]

Matrone, G.; Taylor, ].M.; Wilson, K.S.; Baily, J.; Love, G.D.; Girkin, ].M.; Mullins, ].].; Tucker, C.S.; Denvir, M.A. Laser-targeted
ablation of the zebrafish embryonic ventricle: A novel model of cardiac injury and repair. Int. J. Cardiol. 2013, 168, 3913-3919.
[CrossRef] [PubMed]

Isogai, S.; Horiguchi, M.; Weinstein, B.M. The vascular anatomy of the developing zebrafish: An atlas of embryonic and early
larval development. Dev. Biol. 2001, 230, 278-301. [CrossRef] [PubMed]

Lekawanvijit, S. Cardiotoxicity of uremic toxins: A driver of cardiorenal syndrome. Toxins 2018, 10, 352. [CrossRef]

Di Lullo, L.; Reeves, P.B.; Bellasi, A.; Ronco, C. Cardiorenal syndrome in acute kidney injury. In Seminars in Nephrology; Elsevier:
Amsterdam, The Netherlands, 2019.

Testani, ].M.; Brisco, M.A.; Tang, W.W.; Kimmel, S.E.; Tiku-Owens, A.; Forfia, PR.; Coca, S.G. Potential effects of digoxin on
long-term renal and clinical outcomes in chronic heart failure. J. Card. Fail. 2013, 19, 295-302. [CrossRef]

Gomez, H.J.; Cirillo, V.J.; Irvin, ].D. Enalapril: A review of human pharmacology. Drugs 1985, 30, 13—24. [CrossRef] [PubMed]
Packer, L.; Witt, E.-H.; Tritschler, H.J. Alpha-lipoic acid as a biological antioxidant. Free. Radic. Biol. Med. 1995, 19, 227-250.
[CrossRef]

Tibullo, D.; Volti, G.L.; Giallongo, C.; Grasso, S.; Tomassoni, D.; Anfuso, C.D.; Lupo, G.; Amenta, F; Avola, R.; Bramanti, V.
Biochemical and clinical relevance of alpha lipoic acid: Antioxidant and anti-inflammatory activity, molecular pathways and
therapeutic potential. Inflamm. Res. 2017, 66, 947-959. [CrossRef] [PubMed]

Gyurészova, M.; Koval¢ikova, A.G.; Renczés, E.; Kmet'ova, K.; Celec, P.; Babickova, J.; Téthova, L. Oxidative stress in animal
models of acute and chronic renal failure. Dis. Markers 2019, 2019, 8690805. [CrossRef]

Park, S.; Karunakaran, U.; Ho Jeoung, N.; Jeon, J.-H.; Lee, 1.-K. Physiological effect and therapeutic application of alpha lipoic
acid. Curr. Med. Chem. 2014, 21, 3636-3645. [CrossRef]

Xie, J.; Yin, H.; Nichols, T.D.; Yoder, ].A.; Horowitz, ]. M. Sp2 Is a Maternally Inherited Transcription Factor Required for Embryonic
Development. J. Biol. Chem. 2010, 285, 4153-4164. [CrossRef]

Diep, C.Q.; Ma, D.; Deo, R.C.; Holm, TM.; Naylor, RW.; Arora, N.; Wingert, R.A.; Bollig, F.; Djordjevic, G.; Lichman, B.
Identification of adult nephron progenitors capable of kidney regeneration in zebrafish. Nature 2011, 470, 95-100. [CrossRef]
Chen, Z.; Luciani, A.; Mateos, ].M.; Barmettler, G.; Giles, R.H.; Neuhauss, S.; Devuyst, O. Transgenic zebrafish modeling
low-molecular-weight proteinuria and lysosomal storage diseases. Kidney Int. 2020, 97, 1150-1163. [CrossRef]

Paatero, I.; Casals, E.; Niemi, R.; Ozliseli, E.; Rosenholm, ].M.; Sahlgren, C. Analyses in zebrafish embryos reveal that nanotoxicity
profiles are dependent on surface-functionalization controlled penetrance of biological membranes. Sci. Rep. 2017, 7, 8423.
[CrossRef] [PubMed]

Teijeiro-Valino, C.; Yebra-Pimentel, E.; Guerra-Varela, J.; Csaba, N.; Alonso, M.]J.; Sanchez, L. Assessment of the permeability and
toxicity of polymeric nanocapsules using the zebrafish model. Nanomedicine 2017, 12, 2069-2082. [CrossRef]

Zhou, T.; Gui, L.; Liu, M,; Li, W,; Hu, P,; Duarte, D.; Niu, H.; Chen, L. Transcriptomic responses to low temperature stress in the
Nile tilapia, Oreochromis niloticus. Fish Shellfish Immunol. 2019, 84, 1145-1156. [CrossRef]

Wang, S.; Fang, Y.; Yu, X.; Guo, L.; Zhang, X.; Xia, D. The flavonoid-rich fraction from rhizomes of Smilax glabra Roxb. ameliorates
renal oxidative stress and inflammation in uric acid nephropathy rats through promoting uric acid excretion. Biomed. Pharmacother.
2019, 111, 162-168. [CrossRef]

Liu, ]. Evaluation of serum cystatin C for diagnosis of acute rejection after renal transplantation. Transpl. Proc. 2012, 44, 1250-1253.
[CrossRef]


http://doi.org/10.1038/s41598-018-36771-9
http://www.ncbi.nlm.nih.gov/pubmed/30631093
http://doi.org/10.1093/genetics/130.3.451
http://doi.org/10.1113/jphysiol.2011.224352
http://doi.org/10.3390/inventions3020021
http://doi.org/10.1016/j.ijcard.2013.06.063
http://www.ncbi.nlm.nih.gov/pubmed/23871347
http://doi.org/10.1006/dbio.2000.9995
http://www.ncbi.nlm.nih.gov/pubmed/11161578
http://doi.org/10.3390/toxins10090352
http://doi.org/10.1016/j.cardfail.2013.03.002
http://doi.org/10.2165/00003495-198500301-00004
http://www.ncbi.nlm.nih.gov/pubmed/2994984
http://doi.org/10.1016/0891-5849(95)00017-R
http://doi.org/10.1007/s00011-017-1079-6
http://www.ncbi.nlm.nih.gov/pubmed/28676917
http://doi.org/10.1155/2019/8690805
http://doi.org/10.2174/0929867321666140706141806
http://doi.org/10.1074/jbc.M109.078881
http://doi.org/10.1038/nature09669
http://doi.org/10.1016/j.kint.2019.11.016
http://doi.org/10.1038/s41598-017-09312-z
http://www.ncbi.nlm.nih.gov/pubmed/28827674
http://doi.org/10.2217/nnm-2017-0078
http://doi.org/10.1016/j.fsi.2018.10.023
http://doi.org/10.1016/j.biopha.2018.12.050
http://doi.org/10.1016/j.transproceed.2012.01.138

	Introduction 
	Materials and Methods 
	Zebrafish Maintenance 
	Generation of Tg(cdh17-Dendra2-NTR) Transgenic Line 
	NTR/MTZ Induced Renal Tubular Epithelial Cells Ablation 
	FITC-Inulin Clearance Assay 
	Determination of Uric Acid and Urea Nitrogen 
	Apoptosis Detection 
	Drug Treatment 
	ROS Detection 
	Acquisition Phenotype Data 
	Assessment of Heart Rate and Blood Flow 

	Results 
	Generation of Tg(cdh17:Dendra2-NTR) Transgenic Line 
	Establishment of Zebrafish Larvae ARF Model 
	Renal Tubules Injury Mediated the Renal Function Loss 
	Zebrafish ARF Model Can Simulate Human CRS-3 Complications 
	Evaluation the Efficacy of Approved Therapeutic Drugs on the CRS-3 Model 
	Screening Potential Drugs and Exploring Possible Mechanisms of Drugs Effect on CRS-3 Model 

	Discussion 
	Conclusions 
	References

