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Abstract: Imipramine is a tricyclic antidepressant that has been approved for treating depression and
anxiety in patients and animals and that has relatively mild side effects. However, the mechanisms
of imipramine-associated disruption to metabolism and negative hepatic, renal, and retinal effects
are not well defined. In this study, we evaluated C57BL6/] mice subjected to a high-fat diet (HFD) to
study imipramine’s influences on obesity, fatty liver scores, glucose homeostasis, hepatic damage,
distribution of chromium, and retinal /renal impairments. Obese mice receiving imipramine treat-
ment had higher body, epididymal fat pad, and liver weights; higher serum triglyceride, aspartate
and alanine aminotransferase, creatinine, blood urea nitrogen, renal antioxidant enzyme, and hepatic
triglyceride levels; higher daily food efficiency; and higher expression levels of a marker of fatty
acid regulation in the liver compared with the controls also fed an HFD. Furthermore, the obese
mice that received imipramine treatment exhibited insulin resistance, worse glucose intolerance,
decreased glucose transporter 4 expression and Akt phosphorylation levels, and increased chromium
loss through urine. In addition, the treatment group exhibited considerably greater liver damage and
higher fatty liver scores, paralleling the increases in patatin-like phospholipid domain containing
protein 3 and the mRNA levels of sterol regulatory element-binding protein 1 and fatty acid-binding
protein 4. Retinal injury worsened in imipramine-treated mice; decreases in retinal cell layer organi-
zation and retinal thickness and increases in nuclear factor kB and inducible nitric oxide synthase
levels were observed. We conclude that administration of imipramine may result in the exacerbation
of nonalcoholic fatty liver disease, diabetes, diabetic retinopathy, and kidney injury.
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1. Introduction

Imipramine, derived from dibenzazepine, is a prototypical tricyclic antidepressant
(TCA). TCAs have a structure that is close to that of a phenothiazine, and they contain a
tricyclic ring system. The central ring contains an alkylamine substituent [1]. On the basis
of animal studies, imipramine is known as a candidate therapy for antipredator defensive
behavior, sleep deprivation, and related anxiety- and depressive-like behaviors [2—4]. In
individuals without depression, imipramine has no impact on arousal or mood; however,
it may act as a sedative. In people with depression, their mood is positively affected
by imipramine use [5]. Thus, it is among the most effective drugs for the treatment of
severe long-term depression [6]. TCAs strongly inhibit the reuptake of norepinephrine
and serotonin. 3° TCAs (i.e., tertiary TCAs), including amitriptyline and imipramine,
have stronger inhibition of serotonin reabsorption than 2° TCAs, such as desipramine
and nortriptyline [7]. The particular mechanism explaining the treatment-related benefits
of imipramine is still not well understood. TCAs are able to blockade muscarinic, his-
tamine H1, and al-adrenergic receptors, which explains their anticholinergic, sedative,
and hypotensive impacts, respectively [8]. The anticholinergic and sedative actions of
imipramine are less pronounced than those of other 3° TCAs such as clomipramine and
amitriptyline. In children, imipramine is used as an antidepressant and as a treatment for
bedwetting. Off-label uses include the (1) treatment of panic disorders without or with
agoraphobia, (2) second-line treatment of attention deficit hyperactivity disorder in young
people, (3) management of bulimia, (4) treatment of postacute and posttraumatic stress,
and (5) short-term treatment of acute depression in patients with schizophrenia and bipolar
disorder [9-12]. Side effects such as drowsiness, dry mouth, excitement, and weight or
appetite alterations may be induced by imipramine [13]. In-depth explorations of the side
effects of imipramine have been inconclusive.

Obesity is a major risk factor for various conditions related to metabolic syndrome,
such as hyperlipidemia, nonalcoholic fatty liver disease (NAFLD), insulin resistance (IR),
and type 2 diabetes [14]. An imbalance between expenditure and consumption causes an
increase in energy storage within the body, which could lead to weight gain and obesity [15].
Moreover, recent studies have suggested that atypical glucose-insulin homeostasis is linked
to various depression severity indicators and could be a neurohormonal medjiator of cer-
tain depression symptoms, such as neurocognitive impairments, and disorders that are
comorbid with depression, such as cardiovascular disease [4,5,16]. Gupta et al. reported a
significant association between imipramine administration and increased blood glucose
levels of rabbits. They also indicated that hyperglycemic responses increased more when
adrenaline and imipramine were administered simultaneously than when they were ad-
ministered alone [17]. In addition, some scholars have observed the effects that the tricyclic
antidepressants trimipramine and amitriptyline have on glucose homoeostasis in rats,
indicating that their long-term administration could cause IR and diabetes [18]. Obesity
is regularly linked to NAFLD, a group of conditions that can take the form of cirrhosis,
nonalcoholic steatohepatitis, and fatty liver [19]. As well as drug-related factors including
liver metabolism, daily dose, and chemical structure, different risk factors heighten the
likelihood of liver injury induced by drugs [20]. How patients with fatty liver further
develop nonalcoholic steatohepatitis is complicated; the mechanism could involve various
factors such as the overproduction of reactive oxygen species, lowered reactive oxygen
species (ROS) detoxification, and heightened profibrogenic and proinflammatory cytokine
release [21]. In addition, tricyclic antidepressants may have adverse health effects associ-
ated with kidney damage, diabetes, and FLD, and their prolonged use may impede weight
control and aggravate diabetes [22].



Vet. Sci. 2021, 8, 189

30f23

Additionally, obesity is a major renal disease risk factor. Similar to hypertension
and diabetes, it heightens the risk of end-stage renal disease (ESRD) and chronic kidney
disease (CKD) [23]. Moreover, in ESRD or CKD, associations exist between depression
and unfavorable quality of life as well as poor health outcomes [24]. One study high-
lighted that symptoms of depression could be related to reduced kidney function and
dialysis commencement; such symptoms should be monitored in all disease stages in CKD
patients [25]. Long-term hyperglycemia and IR are among the key factors related to blood-
retina barrier dysfunction and retina damage linked to diabetes [26]. The retina is crucial
to human vision, and diabetes is, of course, a risk factor for diabetic retinopathy (DR).
Heightened inflammation and oxidative stress are suggested to be the major mechanisms
behind neural retina damage in diabetes [27,28]. Research has indicated that within 3 years
of antipsychotic medication initiation in patients with schizophrenia who have visual
disturbances, visual cortex function and retinal thickness gradually deteriorate [29]. Other
studies have indicated that processes including vasorelaxation through alpha adrenergic
blocking or direct impacts on the retinal vascular endothelium could be the reasons for
cystoid macular edema induced by antidepressant use [30]. Thus, we sought to understand
whether imipramine affects the retina and to elucidate the possible mechanisms.

The adverse effects of imipramine likely arise from differences between the conditions
under metabolic syndrome that affect body weight and hyperglycemia associated with
imipramine. Thus, in our investigation, mice were fed a high-fat diet (HFD) and adminis-
tered imipramine to mimic obesity; this was conducted to investigate imipramine’s effects
on patients with obesity concomitant with psychotic disorders. The majority of research
on the metabolism-related side effects of imipramine has centered on the central nervous
system [4,31,32]. We examined glucose levels, lipid metabolism, and oxidative stress, and
then we explored the effects of these on the kidneys caused by abnormal metabolism,
particularly related to chromium; this topic is little understood. Chromium is involved
in normal lipid, protein, and carbohydrate metabolism and can benefit individuals with
diabetes, glucose intolerance, obesity, or nephropathy [22]. These results provide a deeper
insight into metabolic impacts and the mechanisms of fatty liver as well as kidney damage
stemming from chronic imipramine use as an antipsychotic in humans or animals. We also
conducted investigations on whether imipramine exacerbated metabolic abnormalities,
chromium changes, oxidative stress, liver and kidney damage, and DR.

2. Materials and Methods
2.1. Animals with Feed-Induced Obesity Administered Imipramine

Five-week-old male C57BL /6] mice were procured from Taiwan’s National Laboratory
Animal Center. Their treatment accorded with the Taiwanese government’s Guidelines for
the Care and Use of Laboratory Animals. The protocol for using the experimental mice was
approved after a review by the institutional animal care and use committee of the first au-
thor’s university (approval no. 109019). For 12 weeks, the mice were continuously adminis-
tered an HFD from PMI Nutrition International (St. Louis, MO, USA; diet 58Y1, comprising
23.6% protein, 60.0% of energy from fat, 2.6 ng/g Cr, metabolizable energy: 5.16 kcal/g).
To induce obesity, the HFD was administered for 12 weeks (in the literature, 4 weeks was
the associated diet duration) [33]. We then categorized the group into two subgroups.
During the 8-week treatment, while remaining on the HFD, one group was administered
10 mg/kg of oral imipramine (Sigma-Aldrich, St. Louis, MO, USA) through daily gavage,
and the other was administered oral saline. At the start of the treatment, the control mice
weighed 28.9 + 1.48 g, and those receiving imipramine weighed 28.35 &= 1.09 g (p > 0.05).
The imipramine dose was decided after consultation of the literature on imipramine ad-
ministration in mouse model studies related to diabetes-like status, neurological behavior
observations, antidepressant effects, stress, and memory deficits [34-37]. In addition, obese
mice were administered oral imipramine (5 mg/kg/day) in our preliminary investigation;
however, differences in weight gain and body weight were not significant between the
imipramine-treated and control mice (Figure S1). Accordingly, we adopted 10 mg/kg as the
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imipramine dose in this study. Mice were individually housed in micro-isolation cages on
HEPA-filtered and ventilated racks. The humidity (55% =+ 5%) and temperature (22 + 1 °C)
were controlled, and the mice were maintained in a 12 h light/dark cycle. The mice freely
accessed water and food. From the commencement of the experiment and on a weekly
basis, food consumed and body weight were recorded. When the experiment was termi-
nated, the mice were anesthetized for tissue and blood serum harvesting. Imipramine’s
impact on food intake, body weight, adipocyte concentration, levels of blood glucose, fatty
liver, biochemical alterations, hepatic triglycerides, endocrine profiles, insulin signaling,
and renal pathology was investigated. In addition, for urine sample collection, mice were
kept for 12 h in individual metabolic cages (SN-783-0; AS ONE, Osaka, Japan) before they
were killed.

2.2. Measurement of Food Intake, Body Weight, and Leptin and Insulin Levels

Every week of the study, we measured food consumed and body weight. To determine
food intake, food that remained within each cage dispenser was weighed, as was the
food that remained on the cage floor. Furthermore, after tissue and blood samples were
harvested, serum leptin and insulin levels were measured following a 12 h fast using an
ELISA mouse insulin kit (INSKR020; Crystal Chem, Downers Grove, IL, USA) and a leptin
kit INSKRO020; Crystal Chem), respectively.

2.3. Measurement of Serum and Hepatic Triglycerides, Creatinine, Alanine Aminotransferase,
Blood Urea Nitrogen, Aspartate Aminotransferase, Serotonin, Soluble Leptin Receptor, and
Fibroblast Growth Factor-21

Serum triglyceride, alanine aminotransferase (ALT), aspartate aminotransferase (AST),
blood urea nitrogen (BUN), and creatinine levels were determined from the collected
blood samples by means of an automated analyzer (Catalyst One Chemistry Analyzer,
IDEXX Laboratories, Westbrook, ME, USA) and commercial kits under the guidance of
manufacturer-approved protocols; the variation coefficient between and within analyses
was under 2%. Following Folch et al., we extracted hepatic triglycerides in a 2:1 (vol/vol)
mixture of chloroform and methanol [38]. Subsequently, extract solubilization was per-
formed; the extracts were twice heated gradually to 90 °C over 5 min and subsequently
cooled to room temperature. Insoluble materials were removed through centrifugation.
Finally, colorimetric assay-based triglyceride analysis was conducted using the supernatant
and a BioVision triglyceride quantification kit (Milpitas, CA, USA). Mouse enzyme-linked
immunosorbent assay kits were employed to measure serotonin, serum soluble leptin recep-
tor, and fibroblast growth factor-21 (FGF21) levels (EL-M0543, EL-M0545, and EL-M0435,
respectively; Zgenebio Biotech, Taipei, Taiwan).

2.4. Histological and Morphometric Analysis

We weighed the retroperitoneal and epididymal fat pads and kidneys, spleen, liver,
and heart; the weights are presented as a proportion (%) of body weight. Hematoxylin
and eosin staining (BioTnA, Kaohsiung, Taiwan) was used to reveal hepatic fat infiltration,
with scores of 0, 1, 2, 3, and 4 indicating no visible fat, <5% fat infiltration on the liver
surface, 5% to 25% infiltration of fat, 25% to 50% fat infiltration, and >50% infiltration of
fat, respectively [14,39]. Moreover, many epididymal white adipose tissue (EWAT) and
retroperitoneal WAT (RWAT) sections were collected and analyzed in terms of adipocyte
number and size. Hematoxylin and eosin staining of sections was conducted. We analyzed
>10 fields (approximately 100 adipocytes) per slide for every sample [40,41]. Image
acquisition was conducted by means of a high-resolution digital microscope (Moticam
2300, Motic Instruments, Canada), and adipocyte size analysis was conducted using Motic
Images Plus 2.0. Correlations between the sizes of adipocytes and their distributions (%)
were conducted for HFD controls and HFD mice administered imipramine. In addition,
the right eyeball was fixed in a solution containing 4% paraformaldehyde, followed by
dehydration, which involved passing the eyeball over several graded concentrations
of ethanol (70%, 80%, 95%, and 100%). To render them transparent, the eyeballs were
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dehydrated and placed in xylene. Subsequent to being embedded in paraffin, mouse
eyeballs were sliced into sections for hematoxylin and eosin stains [42].

2.5. Intraperitoneal Glucose Tolerance Test (IPGTT)

After 7 weeks of the imipramine or saline protocol, we performed an IPGTT on mice
with an obesity-like status that were starved overnight but had ad libitum water. The
concentration used for the assay was 1 g of glucose per 1 kg of body weight; in animal
obesity and diabetes models, this is appropriate for examining antidiabetes activity [22,43].
Blood glucose levels were determined 0, 30, 60, 90, and 120 min after intraperitoneal
glucose was administered. We extracted tail vein blood using a One Touch glucose meter
(LifeScan, Malpitas, CA, USA). Over the 0-120 min after administration of glucose, we
conducted glucose tolerance tests based on area under the curve (AUC) values.

2.6. Insulin Sensitivity (IS) and IR Indexes

Fasting blood glucose is widely utilized to determine IR and IS indexes [15,33,39].
We therefore used these indexes for assessment of IR and (-cell secretion function fol-
lowing imipramine administration. The homeostasis model assessment-estimated IR
(HOMA-IR) value was calculated as HOMA-IR = [fasting insulin (mU/L) X fasting glucose
(mmol/L)]/22.5[23]. The IS index was determined as (1/[fasting insulin (mU/L) x fasting
glucose (mmol/L)]) x 1000. The IR and IS models were constructed using fasting values of
plasma insulin and glucose levels by using the HOMA approach, which has been validated
against clamp measurements [33,43].

2.7. Western Blotting

The mice were killed at the end of the experiment. Their livers and gastrocnemius
muscles were rapidly removed, minced roughly, and homogenized immediately. West-
ern blotting was conducted using the approach detailed in another study [44]. We used
Akt, phospho-Akt (Ser473), actin, GLUT4, and adiponectin antibodies procured from Cell
Signaling Technology (Beverly, MA, USA). Sigma-Aldrich supplied antibodies against
patatin-like phospholipid domain containing protein 3 (PNPLA3) and fatty acid synthase
(FASN). Enhanced chemiluminescence reagents (Thermo Scientific, Rockford, MA, USA)
were employed to obtain immunoreactive signals, which were detected using UVP Chem-
Studio (Analytik Jena, Upland, CA, USA). After that, Scion Image (Scion, Frederick, MD,
USA) from the National Institute of Health was employed to measure protein expression
and phosphorylation.

2.8. RNA Extraction and Real-Time Quantitative Polymerase Chain Reaction (PCR)

After the mice were sacrificed, total RNA was extracted from their eyeballs and liver
tissues using TRIzol reagent (Sigma-Aldrich) per the manufacturer’s protocol. We then
examined RNA concentration based on absorbance levels of 260 to 280 nm and 230 to
260 nm with a Qubit fluorometer (Invitrogen, Carlsbad, CA, USA). Subsequently, the RNA
(1 ug) was subjected to reverse transcription into cDNA by using an iScript cDNA synthesis
kit (Bio-Rad, Hercules, CA, USA) following the producer’s procedure. Subsequently, real-
time polymerase chain reaction (PCR) was performed per the specifications of Bio-Rad’s
iTaq Universal SYBR Green Supermix kit and with the application of the Bio-Rad CFX
Connect Real-Time PCR system. In brief, the cycling conditions were as follows: 95 °C
for 5 min, 45 cycles at 95 °C for 15 s, and 60 °C for 25 s. The expression level of every
target gene was determined relative to B-actin levels, with these levels expressed in the
2-A2C manner. The primers used for RT-qPCR are listed in Table 1.
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Table 1. Sequences of primers used for RT-qPCR.

Gene Primer Sequences
Fatty acid-binding protein 4 Forward: 5-GATGAAATCACCGCAGACGACA-3/
(FABP4) Reverse: 5-ATTGTGGTCGACTTTCCATCCC-3'
Sterol regulatory element-binding Forward: 5'-CGGAAGCTGTCGGGGTAG-3'
protein 1 (SREBP1) Reverse: 5'-GTTGTTGATGAGCTGGAGCA-3'
Inducible nitric oxide synthase Forward: 5'-CCTCCTCCACCCTACCAAGT-3'
(INOS) Rreverse: 5'-CACCCAAAGTGCTTCAGTCA-3’

Forward: 5-TTCAAAAGAAGTGCTGGAAAAGGTTCT-3/
Rreverse: 5-AGATCATCTCTACCTGAGTGTCCTT-3’

Forward: 5'-GCAACTCTGTCCTGCACCTA-3’
Reverse: 5'-CTGCTCCTGAGCGTTGACTT-3/

Forward: 5'-AAGTGATCCGCCAGGTGAAG-3
Reverse: 5'- CTGCTCACAGGCAAGGTGTA -3

Forward: 5-GGCCTCTACGACTCAGTCCA-3'
Reverse: 5-TAAGCCGGCTGAGATCTTGT-3'

Forward: 5'-GGCTGTATTCCCCTCCATCG-3/
Reverse: 5-CCAGTTGGTAACAATGCCATGT-3

Cyclooxygenase-2 (COX-2)

Nuclear factor kB (NF-«B)

Inhibitory kBox (IkBo)

Uncoupling protein 1 (UCP1)

f3-actin

2.9. Analysis of Chromium Content

After all experiments were complete, blood, urine, and several types of tissue (kidney,
blood, liver, bone, fat, and muscle) were collected. Concentrations of chromium in samples
were measured according to a prior report [40]. In brief, each sample (0.1 g of tissue and
25 uL of blood and urine) was digested in 65% nitric acid, and then each sample was sub-
jected to digestion with nitric acid overnight (temperature: 100 °C). Chromium concentra-
tions were determined using an ICP Mass Spectrometer (NexION 350X, PerkinElmer, MA,
USA). Next, distilled water was used to dilute the digested solution to a 5 mL solution
prior to measurements. The relative chromium recovery rate was calculated at 10 ppb
and 100 ppb of the quantification levels by 5% (n = 5) and 8% (n = 5), respectively. The
absorption data were plotted onto a 1-500 ppb standard curve, and regression analysis was
performed to identify the total chromium level in samples (R% > 0.996).

2.10. Measurement of Glutathione Peroxidase, Renal Catalase, and Superoxide Dismutase

We analyzed the antioxidant system’s functional activity to determine the enzymatic
activity of glutathione peroxidase (GPx), hepatic catalase (CAT), and superoxide dismutase
(SOD). Ice-cold saline (0.9% sodium chloride) was used to perfuse kidneys, after which
they underwent homogenization in chilled potassium chloride (1.17%) by means of a
homogenizer and in accordance with a previous description [22]. Next, the homogenates
were gathered for analysis after 5 min of centrifugation at 800x g (4 °C). Finally, the
supernatant was subjected to 20 min centrifugation at 10,500 x g (also 4 °C) to obtain the
postmitochondrial supernatant for the kidney samples to measure SOD, catalase, and GPx
activity. Commercially available colorimetrical kits were used for these procedures (catalase:
#K773-100, #GPx: K762-100, and SOD: #K335-100; BioVision) following manufacturer-
recommended protocols.

2.11. Statistical Analysis

Data are shown as the mean =+ standard deviation. The t-test was employed for
determining intergroup differences (p < 0.05 denoted a statistically significant difference).
Additionally, we determined contingency data significance by means of Fisher’s exact test.
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3. Results
3.1. Imipramine Changed Food Efficiency, Morphometric Parameters, and Food Intake in Animals

Our preliminary investigation did not identify significantly different antiobesity ef-
fects in standard diet (SD)-fed animals that were and were not administered imipramine
(Figure S2). Mice on an HFD were administered imipramine for 8 weeks to elevate
their body weight, metabolic parameters, serum leptin levels, and leptin receptor levels
(Figure 1). The body weight of the imipramine-treated mice at the end of the experiment
was 21% higher (p < 0.01) than that of the HFD-fed controls (Figure 1a). Furthermore,
weekly food consumption was 21% higher in mice after they were administered imipramine,
and their increase was parallel with the food consumption increase in controls (Figure 1b).
These changes took place alongside significantly increased daily food efficiency in mice ad-
ministered imipramine; this efficiency was 20% higher than the control animals (Figure 1c).
We also revealed that imipramine had a significant effect on serum leptin (Figure 1d) and
leptin receptor levels (Figure le), with the treatment group exhibiting a 15% higher serum
leptin level and an 11% lower leptin receptor level than the control group. Leptin also
plays a role in food intake regulation [22].
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Figure 1. Effects of imipramine on (a) weekly body weight changes and (b) food intake in each group
(measured weekly). (¢) Daily food efficiency, (d) serum leptin levels, and (e) leptin receptor levels
were measured in HFD-fed controls and imipramine-treated obese mice. For both groups, data are in
the form of mean =+ standard deviation (1 = 8). * p < 0.05; ** p < 0.01.
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3.2. Imipramine Increased Liver, Kidney, and Fat Pad Weights

Next, assessments were conducted to discover whether the indicated weight dispari-
ties were linked to body composition or adiposity alterations. Eight weeks after imipramine
administration commenced, the body compositions of treated mice differed significantly
from those of control mice in terms of their hearts, livers, kidneys, EWAT, and RWAT, but
not in terms of their spleens (Figure 2). After 8 weeks of imipramine administration, the
treated mice had significantly different body compositions from the control mice: their
hearts, livers, kidneys, RWAT, and EWAT were 1.3, 1.3, 1.2, 1.2, and 1.3 times heavier
than those of the control mice, respectively; moreover, when expressed as a proportion
of body weight, these were 1.1, 1.2, 1.1, 1.2, and 1.1 times heavier than those of control
mice, respectively. Spleen weights, as a proportion of the overall body weight, were not
significantly different between the groups.

3.6- 5.81 VS,
6.55" (%)
_ o
o0
- 244
= 2.73 vs. —H
'S 3.297(%)
4 okl 1.91 vs.
= | ' 2.20°(%)
S 124 0.81 vs. *
2 .
2 0.29 vs. 092 (%) |
10.337(%
3 (%) 018vs. [ 1
| 0.16(%) |———|‘“|
0.0 I 1 : L 1

Heart Liver Spleen Kidney RWAT EWAT

Figure 2. Effects of imipramine on total heart, retroperitoneal white adipose tissue (RWAT), spleen,
liver, kidney, and epididymal white adipose tissue (EWAT) weights (shown as a percentage of total
body weight). Both groups’ data are in the form of mean =+ standard deviation (1 = 8). * p < 0.05;
*%

p <0.01.

3.3. Imipramine Increased Hepatic Fat Accumulation and the Ratio of Large to Small Adipocytes
but Reduced UCP1 mRNA Expression

A morphometric evaluation involving hematoxylin and eosin tissue staining for
both groups revealed that the treated mice had considerably larger adipocytes in EWAT
and RWAT and more liver fat compared with the controls (Figure 3a), indicating that
imipramine promotes hepatic fat accumulation and may thus increase fat pad hypertrophy.
Our analyses of alterations in fatty liver scores (Figure 3b) and RWAT (Figure 3c) and
EWAT (Figure 3d) adipocyte size revealed significant differences between groups; the
treatment mice had fatty liver scores almost 1.3 times higher than the control group’s scores.
Additionally, the mean EWAT and RWAT adipocyte size was significantly larger (1.4 and
1.2 times, respectively) in the imipramine group, which agrees with the observation of
higher fat pad weights in the mice administered imipramine. Moreover, we determined
that imipramine had a significant influence on the mRNA expression of UCP1, with the
treatment group exhibiting a 12% lower level than the controls (Figure 3e). In other words,
the mice administered imipramine had a lower proportion of RWAT and EWAT adipocytes
with a diameter of 0-40 and 40-80 um (Table 2) but a higher proportion of those with a
diameter of 80-120 and >120 pm. Therefore, although an increasing trend in RWAT and
EWAT adipocyte size was discovered in response to mice being fed an HFD, imipramine
expedited this size increase.
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Figure 3. Effects of imipramine on (a) the mouse livers, retroperitoneal white adipose tissue (RWAT),
and epididymal white adipose tissue (EWAT) of control and treated mice, as determined through
hematoxylin and eosin staining (magnification, 200x). (b) Fatty liver score findings. (c¢) RWAT
and (d) EWAT adipocyte sizes and (e) the mRNA expression of UCP1 in brown adipose tissue
were measured in HFD-fed control and imipramine-treated obese mice. Data are in the form of
mean =+ standard deviation (n = 8). * p < 0.05; ** p < 0.01; *** p < 0.001.

Table 2. Influence of imipramine on fat cell sizes in HFD-fed controls and imipramine-treated mice.

Variable Control Imipramine

Retroperitoneal white adipose tissue (RWAT)
Adipocyte diameter

0-40 pm (%) 17.59 + 0.43 5.78 £ 0.04 ***
40-80 pm (%) 58.97 + 431 30.98 + 1.93 **
80-120 pum (%) 21.44 £ 0.62 57.33 = 3.86 ***
>120 pum (%) 0+0 5.91 &£ 0.77 ***

Epididymal white adipose tissue (EWAT)
Adipocyte diameter

0-40 pm (%) 5.62 = 0.29 0 0%
40-80 pm (%) 71.37 4+ 5.82 2047 + 1.06 ***

80-120 um (%) 23.01 + 1.3 67.09 + 4.84 %+
>120 pm (%) 0+0 12.44 £ 0.92 #+*

Data are in the form of mean =+ standard deviation (n = 8). *** p < 0.001.

3.4. Imipramine Increased the Serum Levls of Serotonin, FGF21, ALT, and AST and the mRNA
Levels of FABP4 and SREBP1

A report indicated that increased serotonin activity resulted in severe obesity and
hepatic steatosis [45]. Our results indicate that the serum serotonin levels of imipramine-
treated mice were 1.3 times higher than those of the controls (Figure 4a). In addition, the
imipramine-treated group had 20% reduced FGF21 activity compared with that of the con-
trol group (Figure 4b). Serum ALT and AST were increased by 1.3 and 1.3 times, respectively,
in the mice administered imipramine, indicating hepatic function (Figure 4c,d, respec-
tively). FABP4 and SREBP1 are implicated in regulating many metabolic pathways, such
as those related to type 2 diabetes, atherosclerosis, and hepatic lipid accumulation [38,43].
These genes reportedly have dominant effects in promoting FLD in rodents and hu-
mans [40]. In the current investigation, compared with control mice, mice administered
imipramine had, respectively, 1.8 (Figure 4e) and 1.5 (Figure 4f) times higher liver mRNA
levels of FABP4 and SREBP1. The gene-associated activation of hepatic steatosis resulted
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in significantly increased AST and ALT levels; this was probably related to imipramine
and its contribution to FLD, mediating the heightened mRNA expression of molecular
mechanisms of hepatic lipid accumulation.
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Figure 4. Effects of imipramine on (a) serum serotonin levels, (b) serum fibroblast growth factor-21
(FGF21) levels, (c) serum alanine aminotransferase (ALT) levels, (d) serum aspartate aminotransferase
(AST) levels, and hepatic nRNA levels of (e) FABP4 and (f) SREBP1 measured in HFD-fed control
and obese imipramine-treated mice. Data are in the form of mean + standard deviation (1 = 8).
*p <0.05; ** p <0.01; ** p < 0.001.

3.5. Imipramine Increased Serum Triglycerides and Hepatic Triglycerides, FASN Levels, and
PNPLA3 Levels but Reduced Hepatic Adiponectin Levels

Levels of blood triglycerides (Figure 5a) and hepatic triglycerides (Figure 5b) were
significantly higher in imipramine-treated mice than in control mice. Furthermore, we
noted a 1.2-fold and 1.3-fold increase in blood triglyceride levels and hepatic triglycerides,
respectively, compared to control mice. In addition, Western blot analysis performed on
the liver of mice determined adiponectin, FASN, and PNPLA3 expression (Figure 5c).
Adiponectin has mediated stimulation of energy expenditure and regulates the expression
of hepatic genes critical for glucose and lipid metabolism [40]. Alternatively, FASN is a
crucial liver enzyme for lipid homeostasis and triglyceride synthesis [46], and PNPLAS3 is
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a marker that is pathologically characterized by the regulation of lipogenesis in obesity,
nonalcoholic fatty liver disease, and cardiovascular disease [33]. Remarkably, FASN and
PNPLAS3 expressions in the liver of imipramine-treated mice were significantly higher
(by 1.5-fold and 1.5-fold; Figure 5d,e, respectively) compared with those in the control
mice. Moreover, adiponectin expressions in the imipramine-treated mice were significantly
lower by 63% compared with those in the control mice (Figure 5f). These results indicate
that imipramine increased the upregulation of lipogenesis in the liver and exacerbated
HFD-induced fatty liver scores.
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Figure 5. Effects of imipramine on (a) serum triglycerides and (b) hepatic triglycerides. (c) A
representative image showing blots of liver extracts. The hepatic expression levels of (d) fatty
acid synthase (FASN), (e) patatin-like phospholipid domain containing protein 3 (PNPLA3), and
(f) adiponectin were measured. Data are in the form of mean =+ standard deviation (n = 8). * p < 0.05;
**p < 0.01; ***p < 0.001.

3.6. Imipramine Reduced Glucose Tolerance and Lowered Insulin Levels

To examine the effect of imipramine on glucose homeostasis, we conducted glucose
tolerance tests. Significant imipramine-induced impairment of glucose tolerance was
discovered in the imipramine group compared with the control group, as demonstrated
by the IPGTT data presented in Figure 6a. Notably, imipramine administration resulted
in significantly heightened fasting blood glucose. Moreover, imipramine administration
resulted in a significant increase in fasting blood glucose levels at all time points after
glucose supplementation through injection; in addition, after 120 min, blood glucose levels
in the imipramine group were 1.1 times higher after glucose injection than they were
before it. Furthermore, when comparing the control and imipramine groups, the AUC for
glucose levels at 120 min was 1.1 times higher in the mice administered imipramine; this
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difference reached statistical significance (Figure 6b). With glucose intolerance defined as a
>10 mmol L~! blood glucose level at 120 min after an intraperitoneal glucose injection, we
revealed that a large proportion of mice administered imipramine had glucose intolerance
(Figure 6¢) [39]. Imipramine-treated mice had significantly lower levels of serum insulin
(Figure 6d). Therefore, HFD-fed mice that received imipramine had exacerbated diabetes
symptoms, with more severe hyperglycemia and impaired glucose tolerance associated
with hypoinsulinemia.
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Figure 6. Impact of imipramine on (a) blood glucose tolerance score. (b) Area under the curve (AUC)
at 120 min post-glucose injection of blood glucose levels. (c) Glucose intolerance (Fisher’s exact
test). (d) Serum insulin levels. Data are in the form of mean =+ standard deviation (n = 8). * p < 0.05;
*%

p <0.01.

3.7. Imipramine Reduced 1S through Changing the Expression of Phosphorylated Akt and GLUT4

Long-term imipramine treatment increased IR and diminished insulin insensitivity
in HFD-fed mice. This finding is backed up by a significant difference in the respective
HOMA-IR value and IS index (Figure 7a,b, respectively). Moreover, compared with the
control group, the imipramine group had a significantly (1.2 times) higher HOMA-IR
(Figure 7a). The IS index of the imipramine group was significantly lower (by 17%)
(Figure 7b). Furthermore, we made an attempt to understand the mechanisms underlying
glucose homeostasis in the mice fed an HFD through examining Akt phosphorylation and
GLUT4 expression within muscles after imipramine treatment (Figure 7c). Significantly
lower (11% and 25%, respectively) muscle Akt activation and GLUT4 expression were
observed in the imipramine group (Figure 7d,e).
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Figure 7. Effects of imipramine on the (a) homeostasis model assessment-estimated IR (HOMA-IR)
index and (b) insulin sensitivity (IS) index. (c) Representative blot of gastrocnemius muscle extracts.
Expression levels of (d) phosphorylated Akt and (e) GLUT4. Data are in the form of mean = standard
deviation (n = 8). * p < 0.05; *** p < 0.001.

3.8. Imipramine Affected Chromium Levels in Tissues and Organs and Increased Chromium
Urinary Loss

Chromium (III) has important functions in glucose homeostasis, makes a major contri-
bution to insulin action, and reduces IR [15,38]. Therefore, to evaluate whether imipramine-
treated mice with HFD-induced obesity and glucose intolerance had altered chromium
levels, we measured the chromium concentration in various harvested tissues and organs;
the results are presented in Table 3. Chromium intake in the imipramine-treated mice was
significantly higher (by 1.2 times) than that in the control mice. This finding was linked to
the imipramine-treated mice being more hyperphagic than the control mice. Blood, bone,
liver, muscle, and fat pad chromium levels were (significantly) 60%, 53%, 20%, 22%, and
24% lower, respectively, in the imipramine-treated mice than in the controls. By contrast,
these chromium levels had an opposite trend in kidney and urine samples; average in-
creases of 1.5 times and 2.2 times, respectively, were noted in the imipramine-treated mice
compared with the controls, reaching the level of statistical significance.

Table 3. Chromium concentrations in the organs and tissues of HFD-fed controls and imipramine-
treated mice.

Variable Control Imipramine

Chromium intake/mouse/week (ug) 16.42 + 0.66 19.96 + 091 *
Blood (ng/mL) 182.28 £+ 8.51 72.36 £ 5.78 ***
Bone (ng/g) 326.58 +9.26 152.27 £ 6.31 ***

Liver (ng/g) 76.27 + 6.83 60.61 + 4.25 **

Muscle (ng/g) 52.36 + 4.62 40.84 + 3.73 *
Epididymal fat pads (ng/g) 50.59 + 4.61 38.52 £ 2.54 **
Kidney (ng/g) 100.51 £ 3.75 151.73 £ 6.29 ***
Urine (ng/mL) 51.18+ 3.65 112.41 £ 4.23 ***

Data for the two groups are in the form of mean = standard deviation (n = 8). * p < 0.05; ** p < 0.01; *** p < 0.001.

3.9. Imipramine Induced Renal Injury, Increased Serum BUN and Creatinine, and Reduced
Antioxidant Enzymes in the Kidneys

We next evaluated whether imipramine induced renal damage because evidence pre-
viously indicated that obesity, hyperlipidemia, and diabetes resulted in kidney injury [39].
Hematoxylin and eosin staining revealed that imipramine administration induced glomeru-
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lonephritis and inflammatory cell infiltration (Figure 8a). In addition, we observed signifi-
cantly higher serum BUN and creatinine levels (1.2 times higher each) in the imipramine
group (Figure 8b,c). Renal injury is linked to a reduction in antioxidant enzymes in the
kidney; increased oxidant enzyme activity may result in alleviation of renal nephropathy
and improve renal function [47,48]. Mice administered imipramine had significantly lower
activities of antioxidant biomarkers CAT (Figure 8d), GPx (Figure 8e), and SOD (Figure 8f;
27%, 10%, and 13% lower, respectively).
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Figure 8. Effect of imipramine on (a) glomerular morphologies according to hematoxylin and eosin
staining (magnification, 200x). (b) Serum BUN, (c) serum creatinine, (d) renal catalase (CAT) activity,
(e) renal glutathione peroxidase (GPx) activity, and (f) renal superoxide dismutase (SOD) activity.
Data are in the form of mean =+ standard deviation (n = 8). * p < 0.05; ** p < 0.01.

3.10. Imipramine Aggravates Retina Damage and Increases the Gene Expression of iNOS, NF-«B,
and COX-2 but Reduces IxBa Expression in the Eyeballs

Diabetes heightens oxidative stress, and such a heightened stress state may play a
major role in diabetes complications, including retinal injury [47,48]. In hematoxylin and
eosin-stained sections of retinas, the inner plexiform and nuclear layers (IPL and INL,
respectively) of imipramine-treated mice were thinner than those of the control mice,
and the ganglion cell layer was almost absent in the treated mice (Figure 9a). Ocular
inflammation and associated complications are key causes of vision loss. In recent years,
evidence has suggested that inflammation has a prominent role in the pathogenesis of
several retinal conditions, such as DR [48]. Our results show that the gene expression of
COX-2,iNOS, and NF-«B was higher in imipramine-treated mice compared with controls
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(1.5, 1.8, and 1.2 times higher, respectively; Figure 9b,c, respectively). By contrast, the
gene expression of IkBa in imipramine-treated mice was 18% lower than that in controls
(Figure 9d). These results indicate that imipramine increased the risk of DR by elevating
inflammation and glucose uptake.
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Figure 9. Effects of imipramine on (a) retinal morphology according to hematoxylin and eosin
staining (magnification, 200 x). (b) Cyclooxygenase-2 (COX-2), (c) inducible nitric oxide synthase
(iNOS), (d) nuclear factor kB (NF-kB), and (e) inhibitory kBa (IkBa) mRNA levels. Data are in the
form of mean =+ standard deviation (n = 8). GCL, ganglion cell layer; IPL, inner plexiform layer;
INL, inner nuclear layer; OPL, outer plexiform layer; ONL, outer nuclear layer; IS/OS, inner/outer
segment junction; RPE, retinal pigment epithelium. * p < 0.05; ** p < 0.01; *** p < 0.001.

4. Discussion

We conducted this study to explore the impact of imipramine on obesity development
in mice fed an HFD. Mice administered imipramine for 8 weeks had a higher obesity risk,
more visceral fat, a higher fatty liver score, more severe glucose intolerance, increased IR,
more severe kidney damage, and a larger AUC value 120 min after glucose was injected.
Daily food efficiency, liver, kidney, and fat pad weight, fatty liver score, adipocyte size,
serum and hepatic triglyceride levels, and serum BUN and creatinine also increased;
however, reductions were noted in renal catalase, GPx, and SOD activities. Our results
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demonstrate that imipramine can increase weight gain and food intake and attenuate
glucose homeostasis concomitant with hypoinsulinemia. Imipramine increases fatty liver
scores and is linked to adipogenesis in the liver, including FABP4 and SREBP1 mRNA
levels, in addition to adiponectin, FASN, and PNPLAS3 activation. IR is typically associated
with lower insulin signaling protein activity; our imipramine-treated hyperglycemic mice
exhibited exacerbated glucose homeostasis induced by a reduction in phosphorylated Akt
and GLUT4. Compared with the controls and after 56 days of imipramine treatment, the
treated mice had significantly lower chromium levels in their bones, blood, livers, muscles,
and fat pads; however, they had significantly higher levels in their urine and kidneys.
Imipramine treatment also rendered mouse retinas abnormal and increased the expression
of inflammatory-related genes, including COX-2, iNOS, and NF-«B, in the eyeballs. Finally,
the treated mice also had increased obesity, hepatic fat accumulation, serum triglyceride
levels, serum liver function indexes, and urinary chromium loss, and they exhibited insulin
resistance, heightened glucose intolerance, renal injury, diabetic retinopathy, and thin IPLs
and INLs corresponding to the development of hyperglycemia-associated fatty liver.

After mice were administered an HFD for 8 weeks, the diet made a contribution to
obesity development. Weight gain increases occur when fat pad mass increases because of
an increase in the number of new adipocytes from precursor cells or due to an enlarged
adipocyte size because of fat storage [14,38]. Body weight gain is related to increased fat cell
differentiation or fat pad weight caused by fat cell hypertrophy [14,39]. For this reason, the
body weight of the imipramine-treated mice was greater than that of the control mice, and
the weights of organs and tissue, including the kidneys, the liver, RWAT, and EWAT, were
also greater. We suggest that the increases in body fat as well as RWAT, EWAT, and liver
weights in the imipramine group may have been caused by increases in adipocyte size and
fatty liver scores. Additionally, we obtained evidence that the increase in body fat may have
been a result of lower energy expenditure, indicated by the mRNA expression in brown
adipose tissue of UCP1. UCP1 expression occurs in the inner membrane of brown adipocyte
mitochondria, creating heat through the uncoupling of oxidative phosphorylation, and
thermogenesis induction is controlled by adrenaline. Hypothalamus feeding centers
were linked to this thermogenic system for body temperature control, which enables
the regulation of body weight and may well represent an efficient dual function related to
the thermogenesis of brown fat [49]. Furthermore, leptin has roles in the hypothalamus
regarding regulating food intake, and leptin synthesis occurs primarily within white
adipose tissue [50]. The imipramine-treated mice ate more, and their serum leptin was
higher than that of the controls. Leptin mediates food intake by means of sympathetic
outflow to the hypothalamus, and leptin directly affects tissues through enhancement of
lipid oxidation and a reduction in lipogenesis [51]. Imipramine therapy appeared to inhibit
the leptin signaling pathway. Moreover, we found a decrease in leptin receptor levels in
the imipramine-treated mice; the leptin receptor is a phenome of resistance to leptin. The
finding that long-term use of imipramine may accelerate obesity through leptin signaling
inhibition is valuable.

The accumulation of fat in the liver induces FLD, which is strongly associated with
obesity [33,38]. The imipramine group had higher fatty liver scores (revealed through
histopathology) and higher levels of the liver enzymes AST and ALT, which act as hepatic
injury markers. Hepatocellular permeability is increased when liver injury is induced, and
consequently, AST and ALT are released from intracellular spaces into plasma [52]. In
addition, we analyzed SREBP1 and FABP4 mRNA expressions and discovered them to
be associated with the expression of genes participating in lipid storage, hepatic steatosis,
hepatic lipogenesis, and NAFLD pathogenesis [33,53]. Higher expression of SREBP1 and
FABP4 mRNA in the liver was observed after long-term imipramine administration and
caused liver injury owing to marked hepatic lipid infiltration. In addition, the activity of
COX-2 in the obese imipramine-treated mice was significantly higher than in the control
mice (Figure S3), which eventually led to inflammation and liver damage [54]. Serum
AST and ALT levels were subsequently analyzed. Similar studies have found liver test
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abnormalities in patients administered tricyclic antidepressants, such as aminotransferase
abnormalities and cholestatic hepatitis [55]. A report indicated that increased systemic
serotonin activity through the knockout of the serotonin transporter resulted in IR, severe
obesity, and hepatic steatosis [53]. Our findings corroborate those of other studies related
to imipramine-treated HFD-fed mice; these mice exhibited substantially increased fat pad
and liver weights, serum and hepatic triglyceride levels, and fatty liver scores in response
to increased serum serotonin levels. For safety reasons, when imipramine use is linked to
higher risks in individuals with depression and underlying liver disease, it is recommended
that serum AST and ALT be regularly monitored during clinical trials despite the fact that
no such recommendation has been formally made for related investigations.

Obesity is highly associated with elevated triglycerides [56]. In addition, the hallmark
of NAFLD is accumulated triglycerides in hepatocytes’ cytoplasm [57]. We explored serum
and hepatic triglyceride levels. Our imipramine group exhibited elevated serum and
hepatic triglyceride levels compared with the control group. This may have been related
to imipramine decreasing fibroblast growth factor-21 activity, which has major effects on
metabolic parameters, including on lipid and glucose homeostasis, and which promotes fast
weight loss [58]. The finding may be linked to lower FGF21 levels preventing a reduction
in excess lipid levels in hepatocytes; this may result in lipid overload-related stress and
activate the release of several proinflammatory factors (e.g., tumor necrosis factor-oc (TNF-
«)) [59,60]. FASN may have a role in body weight regulation and the development of
obesity [61]. Research has revealed a significant correlation of FASN expression with
the degree of steatosis in primary human hepatocytes in vitro as well as in experimental
murine models and in the livers of patients with NAFLD in vivo [62]. Furthermore, hepatic
inflammation may be promoted by PNPLA3 during NAFLD progression through an
increase in TNF-o expression and activation of endoplasmic reticulum stress-mediated
and NF-kB-related inflammation in NAFLD [63]. In addition, adiponectin has antidiabetic
characteristics owing to its insulin-mimetic and insulin-sensitizing effects, and furthermore,
anti-inflammatory and anti-atherosclerotic effects have been consistently reported [64]. As
expected, in this study, adiponectin was reduced in the imipramine-treated mice. Taken
together, the results indicate that imipramine induced a marked intrahepatic accumulation
of lipids, and this exacerbated liver damage in mice with HFD-induced NAFLD. The
activation of multiple inflammatory signaling pathways by imipramine may accelerate the
development of liver damage. Therefore, regulation of imipramine in these pathways may
indicate novel treatment targets for these increasingly less common sequelae of hepatic
side effects after imipramine administration.

Reports indicated that tricyclic antidepressants elevate and reduce glucose and insulin
levels, respectively, in humans and animals, contributing to greater metabolic risks in non-
diabetic patients with depression or the deterioration of glucose metabolism in individuals
with depression and type 2 diabetes through the aggravation of glucose intolerance [65-67].
Moreover, evidence indicates that TCAs, such as doxepin and amitriptyline, induce hy-
perglycemia by inhibiting insulin release from the pancreas and inhibit glucose transport,
resulting in decreased glucose uptake [68,69]. Our results indicate that imipramine exacer-
bates diabetes mellitus complications by reducing serum insulin levels, as evidenced by the
fact that chronic imipramine use resulted in a reduced proportion of 3-cells in mouse pan-
creas sections (Figure S4). Generally, a reduction in Akt phosphorylation and serum FGF21
level leads to the attenuation of insulin signaling, which impairs glucose homeostasis and
enhances IR [33,39]. GLUT4 facilitates insulin-promoted glucose uptake into adipose tissue
and muscle, and reduced GLUT4 expression levels lower insulin-mediated glucose uptake;
exacerbated hyperglycemia may be the mechanism of action, as indicated by heightened
glucose intolerance on the basis of an IPGTT [70]. Considerable basal glucose transport
reductions suggest strong IR and glucose intolerance in mice that have diabetes and a
selective deficiency of GLUT4 in their muscles [33]. Collectively, these findings indicate that
HFD-fed mice administered imipramine have severe hyperglycemia and IS suppression.
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Chromium administration may be a crucial adjunct therapy for type 2 diabetes because
it may be involved in glucose metabolism through potentiating insulin’s actions [38].
This action of chromium has a role in metabolism, and a consequence of this action is
glucose metabolism alteration. Our results also indicate that chromium levels in the
muscles, blood, bones, liver, and fat pads of HFD-fed mice administered imipramine were
significantly lower than in control mice. These results show that imipramine negatively
affects chromium accumulation in tissues [39]. Similarly, serum chromium levels were
significantly decreased in patients with uncontrolled type 2 diabetes [71]. Therefore,
prolonged imipramine intake could change chromium concentrations in various organs
and tissues. Chromium mobilization or redistribution prompted the worsening of the
hyperglycemic status of our mice administered imipramine.

Large amounts of trace elements are excreted in urine; however, the majority of them
are absorbed again at the proximal renal tubule [34]. Although chromium levels were low
in the metabolic tissue and blood of our imipramine group, they were high in urine and
kidney samples. We surmised that the imipramine resulted in chromium release from
metabolic tissues into the kidneys, thus increasing urinary chromium loss. Greater urine
excretion and lower trace metal reabsorption are generally kidney damage responses [15].
This supposition is backed up by the higher renal function indexes (creatine and BUN) in
our mice administered imipramine. Higher creatine and BUN concentrations are known
to be kidney disease progression risk factors in those with moderate or severe CKD [72].
Additionally, imipramine caused lesions in mice and glomerulonephritis. Collectively, the
results demonstrate that chronic intake of imipramine causes kidney injury; inflammatory
cell infiltration in the renal interstitium was observed alongside increased biomarkers of
nephropathy, namely, creatine and BUN. Detoxicant and antioxidant enzymes provide cru-
cial protection to the kidney [73]. Due to their transport-related functions, the kidneys have
an active oxidative metabolism, and this action causes ROS production [74]. We detected
lowered GPx, catalase, and SOD activities in the treated mice compared with our controls.
Furthermore, immunohistochemical (IHC) staining demonstrated that mice administered
imipramine had heightened levels of renal inflammatory cytokines, including TNF-«
(Figure S5). The results indicate that chronic and continuous imipramine administration
can lead to hyperglycemia-induced kidney damage and long-term inflammation, exacerbat-
ing injuries caused by reduced antioxidant levels and oxidative stress. Researchers should
investigate whether drugs other than imipramine can be used as replacement or adjunct
therapies to alleviate kidney-related side effects in diabetes patients with depression.

Hyperglycemia is a common diabetes symptom, and it may induce oxidative stress and
inflammatory injuries during DR development and later result in vascular dysfunctions [75].
DR can lead to blindness [76]. IR and chronic hyperglycemia are key factors related to blood-
retina barrier dysfunction and retinal damage related to diabetes [77]. Various neuronal
cells, including amacrine and ganglion cells, are affected by pathogenic changes that are
manifestations of morphologic abnormalities and neuronal apoptosis [78]. Numerous
physiological and molecular abnormalities develop in the retinas of individuals with
diabetes, and the manifestations seem to be related to inflammation [79]. Upregulated
COX-2 and iNOS have been noted in rodent and human retinas [80]. Moreover, NF-«B,
which is inhibited by kB, is a widely expressed inducible transcription factor known to
be a crucial regulator of various genes with roles in immune and inflammatory responses
and cellular apoptosis and proliferation. NF-«B activation is induced by proinflammatory
proteins such as iNOS [81]. Diabetes activates NF-«B in the retinas of rodents [82]. Through
hematoxylin and eosin staining, we discovered that retina cells in the mice administered
imipramine had more severe injury than such cells in control mice; RT-PCR revealed
that the gene expression of inflammatory markers (e.g., iNOS, COX-2, and NF-«B) was
heightened, and IkBx expression was reduced in mice administered imipramine.

Our findings suggest that an HFD can be used to create a mouse model of both hyper-
glycemia and obesity, and that prolonged imipramine intake in mice causes weight gain;
increased food intake; increased kidney, liver, and fat pad weight; heightened serum and
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hepatic triglyceride, ALT, and AST levels; and increased fatty liver scores and adipocyte
sizes. These findings could, indeed, be corroborated by lipid accumulation and lipogenesis
activation for the regulation of nutrient metabolism. Furthermore, administering mice
imipramine worsened their hyperglycemia, expedited glucose intolerance with glomeru-
lonephritis, and caused retinopathy. The reduced expression of Akt and GLUT4 in skeletal
muscles was possibly a factor in the indicated reduction in glucose metabolism. Imipramine
altered the distribution of chromium in tissues and organs and increased the urinary loss
of chromium. These findings point to the attenuation of glucose homeostasis and IS and
the enhancement of IR. Moreover, the HFD slowed glucose homeostasis in these mice,
but imipramine expedited the manifestation of diabetes symptoms. Thus, imipramine
could have side effects related to kidney damage, FLD, and diabetes (Figure S6). Chronic
imipramine intake could exacerbate conditions such as obesity, diabetes, CKD, and DR.

5. Conclusions

The present study reveals new information indicating that constant intake of imipramine
in mice as part of an HFD had marked effects in terms of obesity and hyperglycemia
inducement. Parallel alterations in weight gain (including fat pad and body weight), food
efficiency, serum triglyceride levels, serum AST and ALT levels, fatty liver scores, adipocyte
size, and glucose intolerance were indicated. The current investigation provides evidence
of the mechanisms behind the imipramine-induced exacerbation of hyperglycemia through
decreasing GLUT4 expression. Nephropathy in obese mice administered imipramine
may have been due to the exacerbation of hyperglycemia, and reductions in antioxidant
enzymes may have worsened nephropathy. DR as well as thinner IPLs and INLs among
mice administered imipramine was noted, and the mechanisms behind these manifestations
were the increased expression levels of inflammatory COX-2, iNOS, and NF-«B. Blood
glucose alterations, kidney and liver function, and eyesight changes must be carefully
assessed following initial imipramine intake to ensure early recognition of these rare side
effects, especially in patients and animals receiving antidepressants. Such recognition
would allow for early identification and treatment to prevent the development of DR, CKD,
obesity, and hyperglycemia.

Supplementary Materials: The following are available online at https://www.mdpi.com/article/
10.3390/vetsci8090189/s1, Figure S1. Effect of imipramine (5 mg/kg every day) on body weight
and weekly body weight gain in HFD-fed controls and HFD-fed mice treated with imipramine
during the 56-day experimental period. No significant differences in body weight and weekly body
weight gain were observed between the two groups. Figure S2. Effect of imipramine (10 mg/kg
every day) on body weight in SD-fed controls and SD-fed mice treated with imipramine during the
56-day experimental period. No significant differences in body weight were observed between the
two groups. Figure S3. Effects of imipramine on (a) A representative image showing blots of liver
extracts. The expression level of (b) COX-2 was measured. Data are in the form of mean =+ standard
deviation (n = 8). *** p < 0.001. Figure S4. Alterations in (a) islet morphologies (hematoxylin
and eosin as well as immunohistochemical stain; 200 x magnification) and (b) 3-cell percentage in
control and treatment groups. * p < 0.05. Figure S5. Alterations in (a) IHC stains (magnification:
200x) and (b) renal levels of TNF-« in treatment and control groups. ** p < 0.01. Western blotting
with the antibody COX-2 (Sigma-Aldrich) and immunoreactive signals was employed along with
enhanced chemiluminescence reagents (Thermo Scientific); UVP ChemStudio (Analytik Jena) was
then used for signal detection. Primary antibodies against insulin (Bioss, Woburn, MA, USA) were
used for IHC staining for insulin in pancreatic islets. Primary antibodies against TNF-oc (Merck,
Billerica, MA, USA) were utilized for further IHC staining for TNF-« in kidneys. IHC using a TAlink
mouse/rabbit polymer detection system procured from BioTnA (#TACH04D, Kaohsiung, Taiwan)
was used for determining the expression of proteins. Figure S6. Mechanistic presentation of side
effects experienced by HFD-induced obese mice treated with imipramine for 56 days.


https://www.mdpi.com/article/10.3390/vetsci8090189/s1
https://www.mdpi.com/article/10.3390/vetsci8090189/s1

Vet. Sci. 2021, 8, 189 20 of 23

Author Contributions: Conceptualization, G.-R.C., C.-H.C. and Y.-C.W.; Methodology, P-H.H.,
C-MW.,, J-W.L,, W.-L.L,, T-C.L. and H.-J.L.; Validation, G.-R.C., C.-H.C. and Y.-C.W.; Formal
Analysis, P-H.H., C-MW,, J.-WL., W-L.L, T-C.L, H-J.L,, C-H.C. and Y.-C.W,; Investigation,
G.-R.C., C.-H.C. and Y.-C.W.; Resources, P.-H.H. and C.-H.C.; Data Curation, G.-R.C. and C.-H.C.
Writing—original draft preparation, G.-R.C., P-H.H., C-M.W,, J.-W.L,, W.-L.L,, T-C.L. and H.-].L,;
Writing—Review and Editing, C.-H.C. and Y.-C.W.; Visualization, C.-H.C. and Y.-C.W.; Supervision,
C.-H.C,, P-H.H,, and Y.-C.W.; Project Administration and Funding Acquisition: P.-H.H. and C.-H.C.
All authors have read and agreed to the published version of the manuscript.

Funding: This study was supported, in part, by Grant BRD109031 from the Chang Bing Show Chwan
Memorial Hospital (Taiwan), Ministry of Science and Technology (Taiwan; MOST 110-2313-B-415-
001-MY?2), the Taichung Veterans General Hospital (Taiwan), and National Chung-Hsing University
(Taiwan; TCVGH-NCHU-1097612).

Institutional Review Board Statement: The review of our experimental protocol was conducted by
National Chiayi University’s Institutional Animal Care and Use Committee, who approved it under
the approval No. 109019.

Informed Consent Statement: Not applicable.

Data Availability Statement: The data presented in this study are available on request from the
corresponding author.

Acknowledgments: We thank LiTzung Biotechnology, Kaohsiung, Taiwan, for providing pathologi-
cal assistance for this study.

Conflicts of Interest: The authors declare no conflict of interest. The funders had no role in the design
of the study; in the collection, analyses, or interpretation of data; in the writing of the manuscript, or
in the decision to publish the results.

References

1.  Rose, ]J.B. Tricyclic antidepressant toxicity. Clin. Toxicol. 1977, 11, 391-402. [CrossRef]

2. Griebel, G,; Blanchard, D.C.; Agnes, R.S.; Blanchard, R.J. Differential modulation of antipredator defensive behavior in Swiss-
Webster mice following acute or chronic administration of imipramine and fluoxetine. Psychopharmacology 1995, 120, 57-66.
[CrossRef] [PubMed]

3. Serchov, T,; Clement, HW.; Schwarz, M.K,; Iasevoli, E; Tosh, D.K.; Idzko, M.; van Calker, D. Increased signaling via adenosine A1l
receptors, sleep deprivation, imipramine, and ketamine inhibit depressive-like behavior via induction of Homerla. Neuron 2015,
87,549-562. [CrossRef]

4. Ramirez, K,; Sheridan, J.F. Antidepressant imipramine diminishes stress-induced inflammation in the periphery and central
nervous system and related anxiety-and depressive-like behaviors. Brain Behav. Immun. 2016, 57, 293-303. [CrossRef] [PubMed]

5. Prado, C.E.; Watt, S.; Crowe, S.F. A meta-analysis of the effects of antidepressants on cognitive functioning in depressed and
non-depressed samples. Neuropsychol. Rev. 2018, 28, 32-72. [CrossRef]

6.  Tuomisto, J.; Tukiainen, E.; Voutilainen, R.; Tuomainen, P. Inhibition of 5-hydroxytryptamine and noradrenaline uptake in
platelets and synaptosomes incubated in plasma from human subjects treated with amitriptyline or nortriptyline: Utilization of
the principle for a bioassay method. Psychopharmacology 1980, 69, 137-142. [CrossRef] [PubMed]

7. Stoll, L.; Seguin, S.; Gentile, L. Tricyclic antidepressants, but not the selective serotonin reuptake inhibitor fluoxetine, bind to the
5152 domain of AMPA receptors. Arch. Biochem. Biophys. 2007, 458, 213-219. [CrossRef]

8.  Gillman, PK. Tricyclic antidepressant pharmacology and therapeutic drug interactions updated. Br. J. Pharmacol. 2007, 151,
737-748. [CrossRef] [PubMed]

9.  Pliszka, S. Practice parameter for the assessment and treatment of children and adolescents with attention-deficit/hyperactivity
disorder. J. Am. Acad. Child Adolesc. Psychiatry 2007, 46, 894-921. [CrossRef]

10. Ben-Tovim, D.I.; Walker, K.; Gilchrist, P.; Freeman, R.; Kalucy, R.; Esterman, A. Outcome in patients with eating disorders: A
5-year study. Lancet 2001, 357, 1254-1257. [CrossRef]

11. Lehman, A.F; Lieberman, J.A.; Dixon, L.B.; McGlashan, T.H.; Miller, A.L.; Perkins, D.O.; Regier, D. Practice guideline for the
treatment of partients with schizophrenia. Am. |. Psychiatry 2004, 161, 1-56.

12.  Rothbaum, B.O.; Astin, M.C. Integration of pharmacotherapy and psychotherapy for bipolar disorder. J. Clin. Psychiatry 2000, 61,
68-75.

13. Mavissakalian, M.R.; Perel, ]. M. The side effects burden of extended imipramine treatment of panic disorder. J. Clin. Psychophar-
macol. 2002, 20, 547-555. [CrossRef] [PubMed]

14. Chang, G.R,; Chiu, Y.S.; Wu, Y.Y.; Chen, W.Y,; Liao, ].W.; Chao, T.H.; Mao, F.C. Rapamycin protects against high fat diet-induced

obesity in C57BL/6] mice. J. Pharmacol. Sci. 2009, 109, 496-503. [CrossRef]


http://doi.org/10.3109/15563657708988202
http://doi.org/10.1007/BF02246145
http://www.ncbi.nlm.nih.gov/pubmed/7480536
http://doi.org/10.1016/j.neuron.2015.07.010
http://doi.org/10.1016/j.bbi.2016.05.008
http://www.ncbi.nlm.nih.gov/pubmed/27223094
http://doi.org/10.1007/s11065-018-9369-5
http://doi.org/10.1007/BF00427639
http://www.ncbi.nlm.nih.gov/pubmed/6779306
http://doi.org/10.1016/j.abb.2006.12.004
http://doi.org/10.1038/sj.bjp.0707253
http://www.ncbi.nlm.nih.gov/pubmed/17471183
http://doi.org/10.1097/chi.0b013e318054e724
http://doi.org/10.1016/S0140-6736(00)04406-8
http://doi.org/10.1097/00004714-200010000-00010
http://www.ncbi.nlm.nih.gov/pubmed/11001240
http://doi.org/10.1254/jphs.08215FP

Vet. Sci. 2021, 8, 189 21 0f23

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

Chang, G.R.; Chen, WK.; Hou, PH.; Mao, F.C. Isoproterenol exacerbates hyperglycemia and modulates chromium distribution in
mice fed with a high fat diet. J. Trace Elem. Med. Biol. 2017, 44, 315-332. [CrossRef] [PubMed]

Horrobin, D.E,; Bennett, C.N. Depression and bipolar disorder: Relationships to impaired fatty acid and phospholipid metabolism
and to diabetes, cardiovascular disease, immunological abnormalities, cancer, ageing and osteoporosis possible candidate genes.
Prostaglandins Leukot. Essent. Fatty Acids 1999, 6, 217-234. [CrossRef] [PubMed]

Gupta, B.; Awasthi, A.; Jaju, B.P. Effect of acute & chronic imipramine treatment on glucose homeostasis. Indian J. Med. Res. 1992,
96, 65-71. [PubMed]

Chadwick, W.; Wilson, G.; Van De VENTER, M.; Oelofsen, W.; Roux, S. Shifts in metabolic parameters surrounding glucose
homoeostasis resulting from tricyclic antidepressant therapy: Implications of insulin resistance? J. Pharm. Pharmacol. 2007, 59,
95-103. [CrossRef] [PubMed]

Begriche, K.; Massart, J.; Robin, M.A.; Bonnet, F.; Fromenty, B. Mitochondrial adaptations and dysfunctions in nonalcoholic fatty
liver disease. Hepatology 2013, 58, 1497-1507. [CrossRef] [PubMed]

Weng, Z.; Wang, K.; Li, H.; Shi, Q. A comprehensive study of the association between drug hepatotoxicity and daily dose, liver
metabolism, and lipophilicity using 975 oral medications. Oncotarget 2015, 6, 17031. [CrossRef] [PubMed]

Hardy, T.; Oakley, F; Anstee, Q.M.; Day, C.P. Nonalcoholic fatty liver disease: Pathogenesis and disease spectrum. Annu. Rev.
Pathol. 2016, 11, 451-496. [CrossRef]

Chang, G.R,; Hou, PH.; Yang, W.C.; Wang, C.M.; Fan, PS,; Liao, H.]J.; Chen, T.P. Doxepin exacerbates renal damage, glucose
intolerance, nonalcoholic fatty liver disease and urinary chromium loss in obese mice. Pharmaceuticals 2021, 14, 267. [CrossRef]
[PubMed]

Kovesdy, C.P; Furth, S.L.; Zoccali, C.; World Kidney Day Steering Committee. Obesity and Kidney Disease: Hidden Consequences
of the Epidemic. Can. . Kidney Health Dis. 2017, 104, 1-14. [CrossRef]

Cukor, D.; Fruchter, Y.; Ver Halen, N.; Naidoo, S.; Patel, A.; Saggi, S.J. A preliminary investigation of depression and kidney
functioning in patients with chronic kidney disease. Nephron Clin. Pract. 2012, 122, 139-145. [CrossRef] [PubMed]

Tsai, Y.C.; Chiu, Y.W.; Hung, C.C.; Hwang, S.J.; Tsai, J.C.; Wang, S.L.; Chen, H.C. Association of symptoms of depression with
progression of CKD. Am. |. Kidney Dis. 2012, 60, 54—61. [CrossRef]

Chang, G.R;; Liu, H.Y,; Yang, W.C.; Wang, C.M.; Wu, C.E; Lin, ].W,; Lin, W.L.; Wang, Y.C.; Lin, T.C.; Liao, H.].; et al. Clozapine
worsens glucose intolerance, nonalcoholic fatty liver disease, kidney damage and retinal injury and increases renal reactive
oxygen species production and chromium loss in obese mice. Int. J. Mol. Sci. 2021, 22, 6680. [CrossRef]

Kowluru, R.A.; Chakrabarti, S.; Chen, S. Re-institution of good metabolic control in diabetic rats and activation of caspase-3 and
nuclear transcriptional factor (NF-kB) in the retina. Acta Diabetol. 2004, 41, 194-199. [CrossRef] [PubMed]

Zhang, T.; Ouyang, H.; Mei, X,; Lu, B.; Yu, Z.; Chen, K;; Ji, L. Erianin alleviates diabetic retinopathy by reducing retinal
inflammation initiated by microglial cells via inhibiting hyperglycemia-mediated ERK1/2-NF-«B signaling pathway. FASEB ].
2019, 33, 11776-11790. [CrossRef]

Zhuo, C,; Ji, F; Xiao, B.; Lin, X.; Chen, C.; Jiang, D.; Wang, W. Antipsychotic agent-induced deterioration of the visual system in
first-episode untreated patients with schizophrenia maybe self-limited: Findings from a secondary small sample follow-up study
based on a pilot follow-up study. Psychiatry Res. 2020, 286, 112906. [CrossRef]

Okamura, T.; Fujioka, H.; Ayajiki, K. Effects of nipradilol on alpha-adrenoceptor function in ocular arteries. Pharmacology 2002, 65,
110-118. [CrossRef] [PubMed]

Delle Chiaie, R.; Pancheri, P.; Scapicchio, P. Efficacy and tolerability of oral and intramuscular S-adenosyl-L-methionine 1,
4-butanedisulfonate (SAMe) in the treatment of major depression: Comparison with imipramine in 2 multicenter studies. Am. J.
Clin. Nutr. 2002, 76, 11725-1176S. [CrossRef]

Kumar, S.; Maheshwari, K.K.; Singh, V. Central nervous system activity of acute administration of ethanol extract of Punica
granatum L. seeds in mice. Indian J. Exp. Biol. 2008, 46, 811-816.

Wu, C.E; Hou, PH.; Mao, F.C.; Su, Y.C.; Wu, C.Y,; Yang, W.C,; Lin, C.S.; Tsai, H.P; Liao, H.Y.; Chang, G.R. Mirtazapine reduces
adipocyte hypertrophy and increases glucose transporter expression in obese mice. Animals 2020, 10, 1423. [CrossRef]

Wrébel, A.; Serefko, A.; Wlaz, P.; Poleszak, E. The depressogenic-like effect of acute and chronic treatment with dexamethasone
and its influence on the activity of antidepressant drugs in the forced swim test in adult mice. Prog. Neuro-Psychopharmacol. Biol.
Psychiatry. 2014, 54, 243-248. [CrossRef] [PubMed]

Williams, B.; Correnti, J.; Oranu, A.; Lin, A.; Scott, V.; Annoh, M.; Beck, J.; Furth, E.; Mitchell, V.; Senkal, C.E.; et al. A novel role
for ceramide synthase 6 in mouse and human alcoholic steatosis. FASEB J. 2018, 32, 130-142. [CrossRef] [PubMed]

Harquin Simplice, F,; David, E.T.; Herve Herve, N.A. Enhancing spatial memory: Anxiolytic and antidepressant effects of
Tapinanthus dodoneifolius (DC) Danser in mice. Neurol. Res. Int. 2014, 2014, 9. [CrossRef] [PubMed]

Maciel, I.S,; Silva, R.B.; Morrone, F.B.; Calixto, J.B.; Campos, M.M. Synergistic effects of celecoxib and bupropion in a model of
chronic inflammation-related depression in mice. PLoS ONE 2013, 8, €77227. [CrossRef]

Hou, PH.; Chang, G.R.; Chen, C.P; Lin, Y.L.; Chao, L.S.; Shen, T.T.; Mao, F.C. Long-term administration of olanzapine induces
adiposity and increases hepatic fatty acid desaturation protein in female C57BL/6] mice. Iran. ]. Basic Med. Sci. 2018, 21, 495-501.
Tsai, H.P,; Hou, PH.; Mao, EC.; Chang, C.C.; Yang, W.C.; Wu, C.F,; Liao, H].; Lin, T.C.; Chou, L.S.; Hsiao, L.W.; et al. Risperidone
exacerbates glucose intolerance, nonalcoholic fatty liver disease, and renal impairment in obese mice. Int. J. Mol. Sci. 2021, 22,
409. [CrossRef] [PubMed]


http://doi.org/10.1016/j.jtemb.2017.09.009
http://www.ncbi.nlm.nih.gov/pubmed/28965593
http://doi.org/10.1054/plef.1999.0037
http://www.ncbi.nlm.nih.gov/pubmed/10397403
http://www.ncbi.nlm.nih.gov/pubmed/1597334
http://doi.org/10.1211/jpp.59.1.0013
http://www.ncbi.nlm.nih.gov/pubmed/17227626
http://doi.org/10.1002/hep.26226
http://www.ncbi.nlm.nih.gov/pubmed/23299992
http://doi.org/10.18632/oncotarget.4400
http://www.ncbi.nlm.nih.gov/pubmed/26220713
http://doi.org/10.1146/annurev-pathol-012615-044224
http://doi.org/10.3390/ph14030267
http://www.ncbi.nlm.nih.gov/pubmed/33809508
http://doi.org/10.1177/2054358117698669
http://doi.org/10.1159/000349940
http://www.ncbi.nlm.nih.gov/pubmed/23736810
http://doi.org/10.1053/j.ajkd.2012.02.325
http://doi.org/10.3390/ijms22136680
http://doi.org/10.1007/s00592-004-0165-8
http://www.ncbi.nlm.nih.gov/pubmed/15660203
http://doi.org/10.1096/fj.201802614RRR
http://doi.org/10.1016/j.psychres.2020.112906
http://doi.org/10.1159/000056195
http://www.ncbi.nlm.nih.gov/pubmed/11937782
http://doi.org/10.1093/ajcn/76.5.1172S
http://doi.org/10.3390/ani10081423
http://doi.org/10.1016/j.pnpbp.2014.06.008
http://www.ncbi.nlm.nih.gov/pubmed/24984273
http://doi.org/10.1096/fj.201601142R
http://www.ncbi.nlm.nih.gov/pubmed/28864659
http://doi.org/10.1155/2014/974308
http://www.ncbi.nlm.nih.gov/pubmed/24649363
http://doi.org/10.1371/journal.pone.0077227
http://doi.org/10.3390/ijms22010409
http://www.ncbi.nlm.nih.gov/pubmed/33401717

Vet. Sci. 2021, 8, 189 22 0f 23

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.
50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.
62.

63.

64.

65.

66.

67.

68.

Chang, G.R.; Chiu, Y.S.; Wu, Y.Y,; Lin, Y.C.; Hou, PH.; Mao, F.C. Rapamycin impairs HPD-induced beneficial effects on glucose
homeostasis. Br. J. Pharmacol. 2015, 172, 3793-3804. [CrossRef]

Tsai, M.Y,; Yang, W.C; Lin, C.F,; Wang, C.M.; Liu, H.Y,; Lin, C.S,; Lin, ].W.; Lin, W.L.; Lin, T.C.; Fan, P.S,; et al. The ameliorative
effects of fucoidan in thioacetaide-induced liver injury in mice. Molecules 2021, 26, 1937. [CrossRef]

Chen, B.; He, T,; Xing, Y.; Cao, T. Effects of quercetin on the expression of MCP-1, MMP-9 and VEGF in rats with diabetic
retinopathy. Exp. Ther. Med. 2017, 14, 6022-6026. [CrossRef] [PubMed]

Chang, G.R,; Hou, PH.; Chen, W.K,; Lin, C.T.; Tsai, H.P.; Mao, F.C. Exercise affects blood glucose levels and tissue chromium
distribution in high-fat diet-fed C57BL6 mice. Molecules 2020, 25, 1658. [CrossRef] [PubMed]

Chang, G.R.; Wu, Y.Y,; Chiu, Y.S.; Chen, W.Y,; Liao, ] W,; Hsu, H.M.; Chao, T.H.; Hung, S.W.; Mao, F.C. Long-term administration
of rapamycin reduces adiposity, but impairs glucose tolerance in high-fat diet-fed KK/HIJ mice. Basic Clin. Pharmacol. Toxicol.
2009, 105, 188-198. [CrossRef] [PubMed]

Chen, X.; Margolis, K.J.; Gershon, M.D.; Schwartz, G.J.; Sze, ].Y. Reduced serotonin reuptake transporter (SERT) function causes
insulin resistance and hepatic steatosis independent of food intake. PLoS ONE 2012, 7, e32511. [CrossRef]

Ipsen, D.H.; Lykkesfeldyt, J.; Tveden-Nyborg, P. Molecular mechanisms of hepatic lipid accumulation in non-alcoholic fatty liver
disease. Cell Mol. Life Sci. 2018, 75, 3313-3327. [CrossRef] [PubMed]

Abd El-Twab, S.M.; Hozayen, W.G.; Hussein, O.E.; Mahmoud, A.M. 183-Glycyrrhetinic acid protects against methotrexateinduced
kidney injury by up-regulating the Nrf2/ARE/HO-1 pathway and endogenous antioxidants. Ren. Fail. 2016, 38, 1516-1527.
[CrossRef] [PubMed]

Joussen, A.M.; Poulaki, V.; Le, M.L.; Koizumi, K.; Esser, C.; Janicki, H.; Adamis, A.P. A central role for inflammation in the
pathogenesis of diabetic retinopathy. FASEB ]. 2004, 18, 1450-1452. [CrossRef]

Kozak, L.P; Anunciado-Koza, R. UCP1: Its involvement and utility in obesity. Int. J. Obes. 2008, 32, S32-538. [CrossRef]

Khoza, S.; Barner, ].C. Glucose dysregulation associated with antidepressant agents: An analysis of 17 published case reports. Int.
J. Clin. Pharm. 2011, 33, 484-492. [CrossRef]

Unger, R.H. Minireview: Weapons of lean body mass destruction: The role of ectopic lipids in the metabolic syndrome.
Endocrinology 2003, 144, 5159-5165. [CrossRef] [PubMed]

Lescot, T.; Karvellas, C.; Beaussier, M.; Magder, S.; Riou, B. Acquired liver injury in the intensive care unit. Anesthesiology 2012,
117, 898-904. [CrossRef]

Yang, ] W.; Kim, H.S; Im, ].H.; Kim, J.W,; Jun, D.W,; Lim, S.C.; Lee, K.; Choi, ] M.; Kim, S.K.; Kang, KW. GPR119: A promising
target for nonalcoholic fatty liver disease. FASEB ]. 2016, 30, 324-335. [CrossRef] [PubMed]

Wu, Z.; Zhang, Y.; Gong, X.; Cheng, G.; Pu, S.; Cai, S. The preventive effect of phenolic-rich extracts from Chinese sumac fruits
against nonalcoholic fatty liver disease in rats induced by a high-fat diet. Food Funct. 2020, 11, 799-812. [CrossRef] [PubMed]
Voican, C.S.; Corruble, E.; Naveau, S.; Perlemuter, G. Antidepressant-induced liver injury: A review for clinicians. Am. ].
Psychiatry 2014, 171, 404-415. [CrossRef]

Lamon-Fava, S.; Wilson, P.W.; Schaefer, E.]. Impact of body mass index on coronary heart disease risk factors in men and women:
The Framingham Offspring Study. Arterioscler. Thromb. Vasc. Biol. 1996, 16, 1509-1515. [CrossRef]

Kawano, Y.; Cohen, D.E. Mechanisms of hepatic triglyceride accumulation in non-alcoholic fatty liver disease. |. Gastroenterol.
2013, 48, 434-441. [CrossRef]

Emanuelli, B.; Vienberg, S.G.; Smyth, G.; Cheng, C.; Stanford, K.I.; Arumugam, M.; Kahn, C.R. Interplay between FGF21 and
insulin action in the liver regulates metabolism. J. Clin. Investig. 2014, 124, 515-527. [CrossRef]

Ritchie, M.; Hanouneh, I.A.; Noureddin, M.; Rolph, T.; Alkhouri, N. Fibroblast growth factor (FGF)-21 based therapies: A magic
bullet for nonalcoholic fatty liver disease (NAFLD)? Expert Opin. Investig. Drugs 2020, 29, 197-204. [CrossRef]

Asrih, M.; Jornayvaz, ER. Inflammation as a potential link between nonalcoholic fatty liver disease and insulin resistance. J.
Endocrinol. 2013, 218, R25-R36. [CrossRef] [PubMed]

Mobbs, C.V.; Makimura, H. Block the FAS, lose the fat. Nat. Med. 2002, 8, 335-336. [CrossRef] [PubMed]

Dorn, C.; Riener, M.O.; Kirovski, G.; Saugspier, M.; Steib, K.; Weiss, T.S.; Hellerbrand, C. Expression of fatty acid synthase in
nonalcoholic fatty liver disease. Int. J. Clin. Exp. Pathol. 2010, 3, 505.

Yuan, S.; Liu, H.; Yuan, D.; Xu, J.; Chen, Y.; Xu, X,; Liang, H. PNPLA3 I148M mediates the regulatory effect of NF-kB on
inflammation in PA-treated HepG2 cells. J. Cell Mol. Med. 2020, 24, 1541-1552. [CrossRef] [PubMed]

Trujillo, MLE.; Scherer, P.E. Adiponectin—journey from an adipocyte secretory protein to biomarker of the metabolic syndrome. J.
Intern. Med. 2005, 257, 167-175. [CrossRef] [PubMed]

Gupta, B.; Shakarwal, M.K,; Kumar, A.; Jaju, B.P. Modulation of glucose homeostasis by doxepin. Methods Find Exp. Clin.
Pharmacol. 1992, 14, 61-71.

Erenmemisoglu, A.; Ozdogan, U.K.; Saraymen, R.; Tutus, A. Effect of some antidepressants on glycaemia and insulin levels of
normoglycaemic and alloxan-induced hyperglycaemic mice. J. Pharm. Pharmacol. 1999, 51, 741-743. [CrossRef]

Deuschle, M. Effects of antidepressants on glucose metabolism and diabetes mellitus type 2 in adults. Curr. Opin. Psychiatry.
2013, 26, 60-65. [CrossRef]

Joost, H.G.; Poser, W.; Panten, U. Inhibition of insulin release from the rat pancreas by cyproheptadine and tricyclic antidepressants.
Naunyn Schmiedebergs Arch. Pharmacol. 1974, 285, 99-102. [CrossRef]


http://doi.org/10.1111/bph.13168
http://doi.org/10.3390/molecules26071937
http://doi.org/10.3892/etm.2017.5275
http://www.ncbi.nlm.nih.gov/pubmed/29285153
http://doi.org/10.3390/molecules25071658
http://www.ncbi.nlm.nih.gov/pubmed/32260278
http://doi.org/10.1111/j.1742-7843.2009.00427.x
http://www.ncbi.nlm.nih.gov/pubmed/19496779
http://doi.org/10.1371/journal.pone.0032511
http://doi.org/10.1007/s00018-018-2860-6
http://www.ncbi.nlm.nih.gov/pubmed/29936596
http://doi.org/10.1080/0886022X.2016.1216722
http://www.ncbi.nlm.nih.gov/pubmed/27499091
http://doi.org/10.1096/fj.03-1476fje
http://doi.org/10.1038/ijo.2008.236
http://doi.org/10.1007/s11096-011-9507-0
http://doi.org/10.1210/en.2003-0870
http://www.ncbi.nlm.nih.gov/pubmed/12960011
http://doi.org/10.1097/ALN.0b013e318266c6df
http://doi.org/10.1096/fj.15-273771
http://www.ncbi.nlm.nih.gov/pubmed/26399788
http://doi.org/10.1039/C9FO02262G
http://www.ncbi.nlm.nih.gov/pubmed/31930271
http://doi.org/10.1176/appi.ajp.2013.13050709
http://doi.org/10.1161/01.ATV.16.12.1509
http://doi.org/10.1007/s00535-013-0758-5
http://doi.org/10.1172/JCI67353
http://doi.org/10.1080/13543784.2020.1718104
http://doi.org/10.1530/JOE-13-0201
http://www.ncbi.nlm.nih.gov/pubmed/23833274
http://doi.org/10.1038/nm0402-335
http://www.ncbi.nlm.nih.gov/pubmed/11927935
http://doi.org/10.1111/jcmm.14839
http://www.ncbi.nlm.nih.gov/pubmed/31793207
http://doi.org/10.1111/j.1365-2796.2004.01426.x
http://www.ncbi.nlm.nih.gov/pubmed/15656875
http://doi.org/10.1211/0022357991772899
http://doi.org/10.1097/YCO.0b013e32835a4206
http://doi.org/10.1007/BF00499530

Vet. Sci. 2021, 8, 189 23 0f 23

69.

70.

71.

72.

73.

74.

75.
76.

77.

78.

79.
80.

81.

82.

Ardizzone, T.D.; Bradley, R.]J.; Freeman, A.M.; Dwyer, D.S. Inhibition of glucose transport in PC12 cells by the atypical antipsy-
chotic drugs risperidone and clozapine, and structural analogs of clozapine. Brain Res. 2001, 923, 82-90. [CrossRef]

Chang, G.R.; Hou, PH.; Wang, C.M.; Wu, C.F,; Su, HK,; Liao, H.J.; Chen, T.P. Chronic everolimus treatment of high fat diet mice
leads to a reduction in obesity but impaired glucose tolerance. Pharmacol. Res. Perspect. 2021, 9, e00732. [CrossRef]

Chen, G; Liu, P; Pattar, G.R.; Tackett, L.; Bhonagiri, P.; Strawbridge, A.B.; Elmendorf, ].5. Chromium activates glucose transporter
4 trafficking and enhances insulin-stimulated glucose transport in 3T3-L1 adipocytes via a cholesterol-dependent mechanism.
Mol. Endocrinol. 2006, 20, 857-870. [CrossRef]

Rajendran, K.; Manikandan, S.; Nair, L.; Karuthodiyil, R.; Vijayarajan, N.; Gnanasekar, R.; Kapil, V.V.; Mohamed, A.S. Serum
chromium levels in type 2 diabetic patients and its association with glycaemic control. J. Clin. Diagn. Res. 2015, 9, OC05-OCO08.
[CrossRef]

Seki, M.; Nakayama, M.; Sakoh, T.; Yoshitomi, R.; Fukui, A.; Katafuchi, E.; Kitazono, T. Blood urea nitrogen is independently
associated with renal outcomes in Japanese patients with stage 3-5 chronic kidney disease: A prospective observational study.
BMC Nephrol. 2019, 20, 115. [CrossRef] [PubMed]

Maser, R.L.; Vassmer, D.; Magenheimer, B.S.; Calvet, ].P. Oxidant stress and reduced antioxidant enzyme protection in polycystic
kidney disease. J. Am. Soc. Nephrol. 2002, 13, 991-999. [CrossRef] [PubMed]

Cheung, N.; Mitchell, P.; Wong, T.Y. Diabetic retinopathy. Lancet 2010, 376, 124-136. [CrossRef]

Sanchez-Thorin, J.C. The epidemiology of diabetes mellitus and diabetic retinopathy. Int. Ophthalmol. Clin. 1998, 38, 11-18.
[CrossRef]

Mysona, B.A.; Shanab, A.Y,; Elshaer, S.L.; El-Remessy, A.B. Nerve growth factor in diabetic retinopathy: Beyond neurons. Expert
Rev. Ophthalmol. 2014, 9, 99-107. [CrossRef]

Ali, S.A.; Zaitone, S.A.; Dessouki, A.A.; Ali, A.A. Pregabalin affords retinal neuroprotection in diabetic rats: Suppression of retinal
glutamate, microglia cell expression and apoptotic cell death. Exp. Eye Res. 2019, 184, 78-90. [CrossRef]

Tang, J.; Kern, T.S. Inflammation in diabetic retinopathy. Retin. Eye Res. 2011, 30, 343-358. [CrossRef]

Zheng, L.; Kern, T.S. Role of nitric oxide, superoxide, peroxynitrite and PARP in diabetic retinopathy. Front. Biosci. 2009, 14,
3974-3987. [CrossRef]

Zheng, L.; Szabo, C.; Kern, T.S. Poly (ADP-ribose) polymerase is involved in the development of diabetic retinopathy via
regulation of nuclear factor-kB. Diabetes 2004, 53, 2960-2967. [CrossRef] [PubMed]

Kowluru, R.A.; Kowluru, V.; Xiong, Y.; Ho, Y.S. Overexpression of mitochondrial superoxide dismutase in mice protects the retina
from diabetes-induced oxidative stress. Free Radic. Biol. Med. 2006, 41, 1191-1196. [CrossRef] [PubMed]


http://doi.org/10.1016/S0006-8993(01)03026-8
http://doi.org/10.1002/prp2.732
http://doi.org/10.1210/me.2005-0255
http://doi.org/10.7860/JCDR/2015/16062.6753
http://doi.org/10.1186/s12882-019-1306-1
http://www.ncbi.nlm.nih.gov/pubmed/30940101
http://doi.org/10.1681/ASN.V134991
http://www.ncbi.nlm.nih.gov/pubmed/11912258
http://doi.org/10.1016/S0140-6736(09)62124-3
http://doi.org/10.1097/00004397-199803820-00003
http://doi.org/10.1586/17469899.2014.903157
http://doi.org/10.1016/j.exer.2019.04.014
http://doi.org/10.1016/j.preteyeres.2011.05.002
http://doi.org/10.2741/3505
http://doi.org/10.2337/diabetes.53.11.2960
http://www.ncbi.nlm.nih.gov/pubmed/15504977
http://doi.org/10.1016/j.freeradbiomed.2006.01.012
http://www.ncbi.nlm.nih.gov/pubmed/17015165

	Introduction 
	Materials and Methods 
	Animals with Feed-Induced Obesity Administered Imipramine 
	Measurement of Food Intake, Body Weight, and Leptin and Insulin Levels 
	Measurement of Serum and Hepatic Triglycerides, Creatinine, Alanine Aminotransferase, Blood Urea Nitrogen, Aspartate Aminotransferase, Serotonin, Soluble Leptin Receptor, and Fibroblast Growth Factor-21 
	Histological and Morphometric Analysis 
	Intraperitoneal Glucose Tolerance Test (IPGTT) 
	Insulin Sensitivity (IS) and IR Indexes 
	Western Blotting 
	RNA Extraction and Real-Time Quantitative Polymerase Chain Reaction (PCR) 
	Analysis of Chromium Content 
	Measurement of Glutathione Peroxidase, Renal Catalase, and Superoxide Dismutase 
	Statistical Analysis 

	Results 
	Imipramine Changed Food Efficiency, Morphometric Parameters, and Food Intake in Animals 
	Imipramine Increased Liver, Kidney, and Fat Pad Weights 
	Imipramine Increased Hepatic Fat Accumulation and the Ratio of Large to Small Adipocytes but Reduced UCP1 mRNA Expression 
	Imipramine Increased the Serum Levls of Serotonin, FGF21, ALT, and AST and the mRNA Levels of FABP4 and SREBP1 
	Imipramine Increased Serum Triglycerides and Hepatic Triglycerides, FASN Levels, and PNPLA3 Levels but Reduced Hepatic Adiponectin Levels 
	Imipramine Reduced Glucose Tolerance and Lowered Insulin Levels 
	Imipramine Reduced IS through Changing the Expression of Phosphorylated Akt and GLUT4 
	Imipramine Affected Chromium Levels in Tissues and Organs and Increased Chromium Urinary Loss 
	Imipramine Induced Renal Injury, Increased Serum BUN and Creatinine, and Reduced Antioxidant Enzymes in the Kidneys 
	Imipramine Aggravates Retina Damage and Increases the Gene Expression of iNOS, NF-B, and COX-2 but Reduces IB Expression in the Eyeballs 

	Discussion 
	Conclusions 
	References

