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Abstract

Non-alcoholic steatohepatitis is a highly prevalent liver pathology featured by hepatocellular fat
deposition and inflammation. Connexin32, which is the major building block of hepatocellular gap
junctions, has a protective role in hepatocarcinogenesis and is downregulated in chronic liver
diseases. However, the role of connexin32 in non-alcoholic steatohepatitis remains unclear.
Connexin327 mice and their wild-type littermates were fed a choline-deficient high-fat diet. The
manifestation of non-alcoholic steatohepatitis was evaluated based on a battery of clinically
relevant read-outs, including histopathological examination, diverse indicators of inflammation
and liver damage, in-depth lipid analysis, assessment of oxidative stress, insulin and glucose
tolerance, liver regeneration and lipid-related biomarkers. Overall, more pronounced liver damage,
inflammation and oxidative stress were observed in connexin327- mice compared to wild-type
animals. No differences were found in insulin and glucose tolerance measurements and liver
regeneration. However, 2 lipid-related genes, srebfl and fabp3, were upregulated in Cx327/- mice
in comparison with wild-type animals. These findings suggest that connexin32-based signalling is
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not directly involved in steatosis as such, but rather in the sequela of this process, which underlie
progression of non-alcoholic steatohepatitis.
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1 Introduction

Non-alcoholic fatty liver disease (NAFLD) covers a spectrum of diseases, ranging from
hepatic steatosis to non-alcoholic steatohepatitis (NASH), liver fibrosis, liver cirrhosis and
eventually hepatocellular carcinoma. At present, NAFLD is one of the most common
chronic liver diseases, with as much as 1 billion patients worldwide (1). Liver steatosis,
marked as the first stage of NAFLD, is closely associated with obesity, type 2 diabetes
mellitus and insulin resistance (2). While steatosis is considered as a benign and reversible
event, NASH has the potential to lead to cirrhosis and hepatocellular carcinoma. Up to 25%
of liver steatosis patients progress to NASH and approximately 3% of NASH patients
develop liver cancer (3). Thus far, the only curative therapy for chronic liver disease is liver
transplantation. Moreover, the economic and social burden of NAFLD/NASH is substantial
and health care costs are expected to increase considerably in the upcoming years (4). It is
therefore clear that there is an urgent need to find new approaches for the clinical treatment
of NAFLD/NASH.

Liver steatosis and NAFLD/NASH are driven by a plethora of intracellular signaling
cascades, all which are directed towards the deposition of fat, mainly triglycerides, in
hepatocytes and the induction of an inflammatory response (5). Much less is known about
the involvement of intercellular communication in this process. Direct intercellular
communication is mediated by gap junctions. Gap junctions arise from the interaction of 2
hemichannels of adjacent cells, which in turn consist of 6 connexin (Cx) proteins. Today, 21
different connexins have been identified, all which are expressed in a cell-specific way. In
liver, hepatocytes mainly produce Cx32, while the non-parenchymal cell population
typically harbours Cx43 (6). However, Cx32 production is strongly downregulated in liver
disease, while Cx43 expression is usually increased. Indeed, Cx32 protein amounts and
hepatic gap junction activity are drastically reduced in acute drug-induced hepatotoxicity,
cholestasis, hepatitis, fibrosis, cirrhosis and hepatocellular carcinoma (7). A similar pattern
was seen in a rat model of NASH, where Cx32 expression is decreased in animals fed with a
methionine-choline-deficient diet (8). Cx32 dominant negative transgenic rats display
reduced liver damage in comparison with wild-type (WT) animals when administered
prototypical liver toxicants, such as acetaminophen (9) and carbon tetrachloride (10).
Although the exact role of Cx32 remains obscure, these data suggest that Cx32-based
signaling could aggravate liver injury. By contrast, liver-specific Cx32 dominant negative
transgenic mice and whole-body Cx32 dominant negative rats are known to be much more
susceptible to both spontaneously occurring and chemically induced hepatocarcinogenesis
(11, 12). This rather points to a cytoprotective function of Cx32-based communication in
liver. This was recently shown in a rat model of NASH and NASH-related
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hepatocarcinogenesis. Specifically, Cx32 deficiency caused increased inflammation, fibrosis
and hepatocarcinogenesis during NASH progression (8).

The present study was set up to gain insight into the involvement of Cx32 in NASH. For this
purpose, WT and whole body Cx327- mice were fed a choline-deficient high-fat diet. The
resulting NASH was evaluated based on several clinically relevant parameters.

2 Results

2.1 Effects of Cx32 deficiency on biometric parameters

Choline plays an important role in hepatic p-oxidation as well as in the production and
secretion of very low density lipoproteins. Since choline cannot be de novo synthesized, it
must be included in the diet. Thus, a diet lacking choline causes hepatic steatosis due to
increased uptake of fatty acids and altered secretion of very low density lipoproteins (2).
Subsequently, NASH is developed, which is accompanied by oxidative stress (13),
production of (adipo)cytokines (14) and liver fibrosis (13). As mice fed only a choline-
deficient diet do not develop overweight (15), it is usually combined with a high-fat diet,
which facilitates the progression to steatosis and obesity. Therefore, C57BL/6 WT (n=11)
and Cx327 (n=9) mice were fed a choline-deficient high-fat diet for 8 weeks in the present
study. No statistically significant differences were observed in body weight between WT
mice and Cx327/- animals (Fig. 1A.). However absolute (p<0.01) as well as relative
(p<0.0001) liver weight were significantly increased in Cx327 mice (Fig. 1A.), a result
supported by the macroscopic enlarged liver (Fig. 1B.).

2.2 Effects of Cx32 deficiency on serum transaminases, liver histology and regeneration

Alanine aminotransferase (ALT) and aspartate aminotransferase (AST) are routinely used in
clinical settings to diagnose liver damage. In this context, significantly elevated serum levels
of both ALT (p<0.05) and AST (p<0.01) were noticed in Cx327- mice (n=9) compared to
WT animals (n=11) in experimental NASH (Fig. 1D.). These results could point to an
increase in liver damage upon dietary NASH induction in Cx327- mice. Evaluation of liver
biopsy specimens is still considered as the gold standard for diagnosing NASH. In particular,
histopathological NASH assessment is typically based on scoring of steatosis, lobular
inflammation and hepatocellular ballooning (16). By doing so, only slightly elevated and
non-significant scores of steatosis, ballooning and overall NASH were registered for Cx327
mice (n=9) versus WT animals (n=11) after experimental NASH induction (Fig. 1C.). This
was in line with the observation in frozen liver slices, stained by Oil Red O, where larger fat
droplets in the hepatocytes of Cx327- mice were seen (Fig. 1B.).

2.3 Effects of Cx32 deficiency on glucose and insulin tolerance

It is well known that NAFLD is closely associated with the metabolic syndrome and insulin
resistance. Hyperinsulinemia and hyperglycemia, both caused by increased insulin secretion
by pancreatic p cells, together with elevated fatty acids trigger the production of glucose and
inhibit p-oxidation. This results in the accumulation of triglycerides in the cytosol of
hepatocytes (17). Accordingly, intraperitoneal glucose tolerance test (GTT) and insulin
tolerance test (ITT) were performed both in WT and Cx327- mice. Only slightly decreased
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levels and no statistical difference in glucose levels were found in Cx327~ mice (n=22) after
glucose or insulin injection in comparison with WT animals (n=23) (Fig. 1E.).

2.4 Effects of Cx32 deficiency on serum and liver lipids

NASH is characterized by fat deposition in hepatocytes, which results from drastic changes
in lipid homeostasis. In particular, liver steatosis is triggered by enhanced de novo synthesis
of fatty acids, the molecular constituents of triglycerides, as well as their increased hepatic
influx from peripheral tissues (2). Significantly higher (p<0.05) levels of triglycerides were
measured in liver tissue, but not in serum, of NASH-induced Cx327- mice (n=9) in
comparison with WT animals (n=11). These genetically modified animals also presented
considerably higher (p<0.01) circulating cholesterol quantities (Fig. 2A.). Analysis of fatty
acids composition in the liver showed no significant differences in total fatty acid content
between both groups of mice. However, linoleic acid (p<0.05) was significantly less present
upon Cx32 deficiency (Fig. 2B.).

2.5 Effects of Cx32 deficiency on serum and liver inflammatory cytokines

NASH is highly associated with inflammation, which is driven by both pro-inflammatory
cytokines such as interleukin (IL)-1p, IL-6, interferon (IFN)-y, tumor necrosis factor (TNF)-
a and monocyte chemoattractant protein (MCP)1 and anti-inflammatory cytokines (e.g.
IL-10) (18). For this reason, a number of cytokines, which are considered of relevance for
controlling hepatic injury-associated inflammation, were monitored in this study. Hepatic
levels of IL-1, IL-6, IFN-y and MCP1 were not changed in Cx327- animals (n=9) in
comparison with WT cohorts (n=11) after receiving the choline-deficient high-fat diet for 8
weeks (Fig. 3.). However, IL-10 levels were significantly lower (p<0.05) in Cx327 mice
while TNF-a levels were significantly higher (p<0.05) (Fig. 3.). Furthermore, significantly
increased (p<0.05) amounts of IFN-y were noted in serum (Fig. 3.). All together, these
findings suggest that Cx32 deficiency leads to a higher manifestation of inflammation in the
liver and serum in experimental NASH.

2.6 Effects of Cx32 deficiency on hepatic oxidative stress

NASH is typically associated with the excessive production of reactive oxygen species,
which can degrade polyunsaturated lipids. This lipid peroxidation process yields a number
of aldehydes, including malondialdehyde (MDA). MDA is a reactive electrophile species
that covalently binds to proteins and thus further exacerbates tissue injury. In addition,
superoxide dismutase (SOD), an enzyme responsible for catalyzing superoxide anions, is
usually upregulated in the presence of reactive oxygen species (19). Glutathione reductase
(GR), glutathione peroxidase (GPx) and catalase are typically downregulated in NASH.
Therefore, MDA, SOD, GR, GPx and catalase are frequently used as markers of oxidative
stress, /n casu in the context of NASH (20). Significantly higher (p<0.05) liver levels of
MDA were detected in Cx327~ animals (n=9) compared to WT counterparts (n=11) (Fig. 4.).
SOD levels were decreased in liver, yet no statistical difference was found between Cx327-
mice (n=9) and WT cohorts (n=11). Also, no variations were observed among GR, GPx and
catalase levels (Fig. 4.). Overall, this indicates a more prominent oxidative stress response to
NASH induction in case of lack of Cx32, which as such is in line with the more pronounced
liver damage and inflammatory reaction.
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2.7 Effects of Cx32 deficiency on serum and fat leptin and adiponectin

Leptin is a key regulator of lipid storage by adjusting the sensation of hunger. Moreover, it
has a potential dual action in NAFLD, exerting possible anti-steatotic, but also pro-
inflammatory and profibrogenic effects (21). Adiponectin plays an important role in the
regulation of lipid homeostasis. Additionally, it enhances glucose utilization and hepatic
fatty acid oxidation viaits receptors, AdipoR1 and AdipoR2. NAFLD patients display low
adiponectin levels along with insulin resistance (22). Expression of both proteins is often
found to be altered in steatotic mice (2). Levels of leptin and adiponectin were measured in
serum from WT (n=11) and Cx327 (n=9) animals fed a choline-deficient high-fat diet. No
difference was found in serum, but significantly lower levels of leptin (p<0.01) and
adiponectin (p<0.05) were seen in fat tissue (Fig. 4.).

2.8 Effects of Cx32 deficiency on liver regeneration and hepatic key genes involved in
NAFLD mechanisms

Dividing cells abundantly produce proliferating cell nuclear antigen (PCNA), a cofactor of
DNA polymerase necessary for DNA synthesis and repair (23). Therefore, PCNA expression
is commonly used as an indicator of regenerative activity in hepatic tissue following injury.
No difference in PCNA levels were found between Cx327- (n=9) and WT animals (n=11)
(Fig. 5A.). Out of 84 key genes involved in the molecular mechanisms underlying NAFLD,
including insulin signaling, adipokine signaling, B-oxidation, cholesterol metabolism,
inflammatory response and apoptosis, 4 genes were significantly altered (p<0.05) in liver
tissue of Cx327- mice in comparison with WT animals. These included fatty acid binding
protein 3 (encoding for important transporters of long chain fatty acids), sterol regulatory
element binding factor 1 (encoding for a transcription factor that controls cholesterol
homeostasis by regulating transcription of sterol-regulated genes), insulin-like growth factor
binding protein 1 and pyruvate dehydrogenase kinase, isoenzyme 4 (Fig. 5B.).

3 Discussion

Today, NAFLD is the most dominant chronic liver disease in Western countries with a
prevalence of 20-30%. Additionally, it is closely associated with insulin resistance, diabetes
mellitus type 2 and obesity which makes it a worldwide health problem (1, 2).

The present study demonstrates that mice deficient in Cx32 show intensified features of
NASH induced by a choline-deficient high-fat diet compared to WT littermates. Specifically,
Cx32-/- animals present higher absolute and relative liver weights. This is associated with
increased serum cholesterol levels and hepatic triglyceride amounts independent of changes
in total fatty acid content. Linoleic acid, a fatty acid shown to reduce body fat in different
animal models and humans (24), is considerably underrepresented in livers of Cx327/-
animals. In this respect, reduced linoleic acid content in a lipidomic analysis of NASH
subjects was observed (25). The relevance of these findings, showing enhanced as well as
diminished NASH-related lipid production in Cx32 deficiency, is unclear. Furthermore, lack
of Cx32 in NASH also results in higher amounts of serum AST, ALT and IFN-y and liver
TNF-a and MDA. In fact, IFN-y is mainly secreted by circulating T-helper cells (26). The
observation that IFN-v is increased in Cx327" animals in comparison with WT cohorts in the
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serum, but not in liver, could be due to the fact that inflammation was also caused in other
tissues deficient in Cx32. T-cell recruitment and IFN-vy release would therefore be
augmented in the blood circulation and hence in serum. Specifically, some immunological
alterations involving circulating lymphocytes and neutrophils were found in patients with
NASH revealing the presence of a particular profile of peripheral immune cells. Inzaugarat
et al. (2011) described an increased frequency of IFN-y-producing CD4-positive T-cells and
also a higher frequency of IFN-y-producing CD8-positive T-cells in patients with NASH
(27). This was paralleled by concomitant lower liver levels of 1L-10. Furthermore, levels of
lipid-related proteins, such as adiponectin and leptin were not altered in serum but were
decreased in fat tissue. Low adiponectin levels are commonly associated with NAFLD and
are linked to intrahepatic fat deposition (22). Thus far, Cx32 presence in adipose tissue was
not proven. Consequently, the role of Cx32 in fat tissue remains unclear. Additionally, genes
such as fatty acid binding protein 3 and sterol regulatory element-binding protein 1 were
increased in liver tissue in Cx327- mice. Their translated proteins regulate fatty acid
synthesis and thus play an important role in the development of NASH (28), which is
increased in Cx327~ mice in this study.

Collectively, these observations point towards more pronounced liver damage, inflammation
and oxidative stress upon absence of Cx32. This was also recently shown in Cx32 dominant
negative transgenic and WT rats which were given diethylnitrosamine and fed a methionine-
choline-deficient diet and developed NASH. Similarly as in this study, Cx32 dominant
negative transgenic rats developed more severe liver damage, steatosis, inflammation,
fibrosis and oxidative stress. Specifically, hepatic fibrosis was more extensive in Cx32
dominant negative transgenic rats in comparison with WT animals, shown by a-smooth
muscle actin staining. Even cirrhosis with bridging fibrosis was found in some Cx32
dominant negative transgenic rats, containing many myofibroblasts within the collagen band
in liver (8).

All together, these study results could suggest that Cx32-based signaling is not directly
involved in fat deposition and thus steatosis as such, but rather in sequela of this process,
which underlie NASH progression. Carbenoxolone, an established inhibitor of connexin-
based channels and gap junction communication, prevents the development of fatty liver in
C57BL/6-Lep ob/ob mice by decreasing plasma triglyceride and free fatty acid
accumulation, and through downregulation of pro-inflammatory cytokine levels (29).
Similarly, carbenoxolone reduces body fat percentage, glycogen content,
hypertriglyceridemia, hypercholesterolemia, insulin resistance, adipocyte hypertrophy,
adipose tissue inflammation and fibrosis in obese rats (30). These reports indicate that
hepatic connexin-mediated communication facilitates liver steatosis and hence NASH,
which is in contrast to the findings of the present study. However, these reported results
should be considered with caution, as carbenoxolone exerts pleiotropic effects and has
several other targets in addition to connexin-based channels (31). On the other hand,
genetically modified connexin animals do not allow distinguishing between gap junctions,
hemichannels and channel-independent actions of connexins. Regarding this, it has become
clear in the past decade that hemichannels are much more than merely acting as structural
precursors of gap junctions, as they can also provide a pathway for communication between
the cytosol and the extracellular environment. Additionally, connexins can affect
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homeostasis independently of their role as building blocks of either gap junctions or
hemichannels (32). It remains to be established to what extent each of these connexin
communication mechanisms contribute to the outcome of the present study. Anyhow, the
results of this study may suggest that boosting of Cx32 expression might be a way to
therapeutically reduce the clinical manifestation of NASH.

4 Methods and materials

4.1 Animals and diet treatment

8-week old male C57BL/6 WT and Cx327- mice were used in this study, and were housed in
the animal facility of the Department of Pathology, School of \eterinary Medicine and
Animal Science of the University of S30 Paulo. Cx327- mice were kindly provided by Dr.
Klaus Willecke and were backcrossed with WT C57BL/6 mice and genotype was controlled
as described previously (33). The animals were kept in a room with ventilation, relative
humidity, controlled temperature and light/dark cycle 12:12, and were given water and a
choline-deficient high-fat diet (/.e. 35% total fat and 54% trans fatty enriched, Rhoster,
Brazil) ad libitum. Mice were weighed weekly and euthanized after 8 weeks by isoflurane-
induced anesthesia and exsanguination during sampling. Blood samples were drawn into
heparinized syringes and centrifuged for 10 minutes at 1503xg. Serum was stored at -20°C.
The liver as well as retroperitoneal and epididymal fat tissue of each animal were weighed
and the liver was photographed. Relative liver and fat tissue weights were calculated. Liver
fragments were fixed in phosphate-buffered formalin or snap-frozen in liquid nitrogen with
storage at -80°C. This study has been approved by the Committee on Bioethics of the School
of Veterinary Medicine and Animal Science of the University of Sdo Paulo (Protocol number
9999100314) and all animals received humane care according to the criteria outlined in the
“Guide for the Care and Use of Laboratory Animals”.

4.2 Intraperitoneal glucose tolerance and insulin tolerance test

GTT and ITT tests were performed after 8 weeks of choline-deficient high-fat diet to detect
disturbances in glucose metabolism. For GTT, mice were fasted for 16 hours, weighed and
baseline tail blood glucose measurements were performed. A glucose solution was prepared
in sterile phosphate-buffered saline and administered by intraperitoneal injection at 2g/kg
body weight. Glucose concentrations were measured in tail blood with an Accu-Chek®
Performa glucometer (Roche, Germany) after 0, 30, 60, 90 and 120 minutes. ITT was
performed after 48 hours. For this, mice were fasted for 4 hours, weighed and baseline blood
glucose measurements were carried out. Human regular insulin (recombinant DNA origin,
Humulin R U-100, Brazil) was administered to each mouse v/a intraperitoneal injection at
0.75 units/kg body weight. Blood glucose measurements were performed 0, 30, 60, 90 and
120 minutes after insulin administration.

4.3 Histopathological examination

Liver tissue samples were fixed in 10% formalin for 24 hours and embedded in paraffin wax.
The samples were cut into 5 um sections and stained with hematoxylin and eosin for
evaluation of steatosis, hepatocellular ballooning and lobular inflammation as previously
described (16). Triglyceride liver accumulation was examined by Oil Red-O staining.
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4.4 Analysis of serum aminotransaminases, triglycerides and cholesterol

ALT, AST, triglycerides and cholesterol were measured by a bench-top dry chemistry
analyzer (\Vet-Test 8008 QBC Analyzer, IDEXX Laboratories Ltd, UK). Results were
expressed in IU/L for AST and ALT, and mg/dL for triglycerides and cholesterol serum
levels.

4.5 Analysis of hepatic proliferating cell nuclear antigen

Protein expression of PCNA was studied by immunoblotting as described elsewhere (33).
Protein concentrations were determined by the Bradford procedure (34) by using a
commercial kit (Bio-Rad, USA) with bovine serum albumin as a standard. Proteins were
separated on 12% Mini-PROTEAN TGX Precast Protein Gels (Bio-Rad, USA) under
reducing conditions and transferred to nitrocellulose membranes with iBlot® Transfer Stacks
(Life Technologies, USA). Membranes were incubated with a mouse monoclonal anti-
PCNA antibody (Santa Cruz, USA) overnight at 4°C and incubated with a secondary
horseradish peroxidase-coupled anti-mouse antibody (Dako, USA) at room temperature for
1 hour. Enhanced chemiluminescence was used to visualize proteins (Amersham
Biosciences, USA). Densitometric analysis was performed with a GS170 Calibrated
Imaging Densitometer (Bio-Rad, USA). For semi-quantification purposes, PCNA signals
were normalized against B-actin signals (Sigma, USA) and expressed as relative alterations
compared to WT animals.

4.6 Analysis of inflammatory cytokines, insulin, leptin and adiponectin

Liver and fat fragments were homogenized in lysis buffer with protease inhibitors (Roche,
Germany). Homogenates were centrifuged at 14000.xg for 15 minutes at 4°C and protein
concentrations in supernatants were determined by the Bradford procedure (34) using a
commercial kit (Bio-Rad, USA) with bovine serum albumin as a standard. Enzyme-linked
immunosorbent assay (ELISA) kits were used to measure levels of mouse IL-1p, IL-6,
IL-10, IFN-y, MCPI, and TNF-a (BD Biosciences, USA) in liver and serum as previously
described (33). Mouse leptin and adiponectin (RD Systems, USA) were measured in serum
and fat tissue.

4.7 Analysis of liver triglycerides

Liver lipids were extracted by Folch’s method (35). Liver tissue was homogenized in a 2:1
chloroform/methanol solution and shaken at 22°C for 1 hour. The extract was washed with
200 pL deionized water, dried overnight and resuspended in 400 pL butyl alcohol. For
quantification of triglycerides, 10 uL of each sample was added to 1 mL Triglyceride
Working Reagent (Sigma, USA) in a cuvette. For this purpose, 10 uL water and 10 uL
glycerol were used as blank and standard, respectively. All solutions were gently mixed and
incubated for 5 minutes at 37°C. Using a Varioskan Flash spectral scanning multimode plate
reader, absorbance of each solution was measured at 540 nm (Thermo Fisher Scientific,
USA).
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4.8 Analysis of liver fatty acids composition

Total lipids were extracted from liver samples and esterified as described by Shirai and
group (36). The recovered lipids were reconstituted in 0.5 mL iso-octane. Quantification of
fatty acids was performed by gas chromatography (GC) using a G3243A mass spectrometry
detector (Agilent 7890 A GC System, Agilent technologies Inc., USA). A fused silica
capillary column (J&W DB-23 Agilent 122-236; 60 mm x 250 mm inner diameter) was used
for injection of 1 pL of sample. High-purity helium was used as carrier gas at a flow rate of
1.3 mL/minute with a split injection of 50:1. The GC temperature increased gradually from
80°C to 175°C at a rate of 5°C/minute, followed by another gradient of 3°C/minute to 230°C
for 5 minutes. The temperature of GC inlet and transfer line was 250°C and 280°C,
respectively. GC-mass spectrometry was performed using 70 eV electron-ionization in scan
acquisition and quantified by total ion current. The fatty acids were identified by the
National Institute of Standards and Technology 11 database and their retention times were
compared with those of 4 purified standard mixtures of fatty acid methyl esters (Sigma,
USA). All mass spectra were acquired over the m/z range of 40-500. Samples were analyzed
in triplicate and results were expressed as mg/100 mg of hepatic tissue.

4.9 Analysis of liver malondialdehyde

MDA levels in liver protein extracts were measured by reverse phase high-performance
liquid chromatography according to the protocol introduced by Hong and co-workers (37).
Thiobarbituric acid-MDA conjugate derivative was injected into a Phenomenex reverse-
phase C18 analytical column (250 mm x 4.6 mm; 5 mm Phenomenex, USA) with a LC8-D8
pre-column (Phenomenex, USA) and was fluorometrically quantified at an excitation wave
length of 515 nm and an emission wave length of 553 nm. The pump delivered the isocratic
mobile phase, namely 60% phosphate-buffered saline (10 mmol, pH 7.4) and 40% methanol
at a flow rate of 1.0 mL/minute. A standard curve was prepared using 1,1,3,3-
tetraetoxipropano. The results were expressed as pmol MDA/mg protein.

4.10 Analysis of liver anti-oxidative enzymes

SOD activity in liver homogenates was determined using a microassay described by Ewing
and Janero (38). The SOD scavenging of superoxide anion radical expressed in U/mg
protein was calculated by interpolation of the percentage of inhibition of the formazan
formation using a linear regression prepared with SOD from bovine erythrocytes (Sigma,
USA). Determination of GPx activity was performed using the procedure outlined by Flohé
and Gnzler (39). Tert-butylhydroperoxide was used as substrate and the formation of
oxidized glutathione was monitored spectrophotometrically through nicotinamide adenine
dinucleotide phosphate consumption at 340 nm over 4 minutes at 37°C. GPx activity was
expressed in U/mg protein and calculated by a linear regression using the percentage of
inhibition promoted by glutathione peroxidase (Sigma, USA.). Determination of GR activity
was performed as described by Carlberg and Mannervik (40). GR activity expressed U/mg
protein was calculated by a linear regression using the percentage of inhibition of
nicotinamide adenine dinucleotide phosphate oxidation promoted by GR (Sigma, USA).
Catalase activity was determined according to Bonaventura and co-workers (41). Liver
homogenate containing 0.05 pg/pL of protein (7.e. 20 pL) was added to a microplate with
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140 pL phosphate-buffered saline (7.e. 50 mM with 0.1 mM ethylenediamine tetra-acetic
acid, pH 7.4) and 40 uL 30 mM freshly prepared hydrogen peroxide. The absorbance was
continuously monitored over 8 minutes at 30°C at 240 nm. A standard curve was prepared
using catalase enzyme (Sigma USA).

4.11 cDNA expression array

Quantitative real-time polymerase chain reaction (qQRT-PCR) analysis was performed
following the MIQE guidelines (42). Total RNA was extracted from liver tissue using an
RNAspin Mini RNA Isolation Kit (GE HealthCare, USA) according to the manufacturer’s
guidelines. Purity and quantification of isolated RNA were measured spectrophotometrically
using a Nanodrop spectrophotometer (Thermo Scientific, USA). A cut-off ratio between 1.5
and 2.0 for the absorption at 260/280 nm was used for assessing purity. Then, 3 g total
RNA was reverse-transcribed using Tagman Reverse Transcription Reagents (Applied
Biosystems, USA) to yield cDNA. Gene expression array analysis of liver tissue from WT or
Cx327~ mice fed a choline deficient high-fat diet was performed by Mouse Fatty Liver PCR
Array (SABiosciences, USA). Analyses were carried out using a LightCycler 96 Real-Time
PCR system (Roche Diagnostic, Germany). Analysis of relative gene expression data was
performed according to the 2"2ACt method by Livak and Schmittgen (43). Results were
expressed as fold change of AACt values obtained from WT mice at the respective day of
measurement. Modifications in gene expression with fold changes =2.0 or <-2.0 compared to
the reference genes (B2 microglobulin, glucuronidase p and heat shock protein 90 a class B
member 1) were considered biologically significant.

412 Statistical analysis

The number of repeats (n) for each analysis varied and is specified in the discussion of the
results. All data were expressed as mean + standard error of the mean (SEM). Results were
statistically processed by a 2-tailed unpaired student #test and Welch’s correction using
GraphPad Prism6 software, with probability (p) values of less than or equal to 0.05
considered as significant.
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Figure 1. Effects of Cx32 deficiency on biometric parameters, macroscopic and microscopic liver
appearance, and glucose and insulin tolerance.

WT (n=11) and Cx327" (n=9) mice were fed a high-fat choline-deficient diet for 8 weeks
before sampling. (A) Body, fat and liver of WT and Cx327~ mice were weighed. (B)
Macroscopic pictures (upper panels) of liver and microscopic pictures (lower panels) of HE
and Oil red staining were taken. (C) Steatosis, lobular inflammation and ballooning was
graded and NASH score was determined. (D) ALT and AST were measured in the serum of
Cx327 and WT animals. (E) GTT and ITT were performed by injecting glucose and insulin
respectively, both in Cx327- (n=22) and WT (n=23) mice. Glucose levels were measured
every 30 minutes for 120 minutes. Data are expressed as means + SEM with **p<0.01 and
***p<0.0001.
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Figure 2. Effects of Cx32 deficiency on lipid content.

WT (n=11) and Cx327 (n=9) mice were fed a high-fat choline-deficient diet for 8 weeks
before sampling. (A) Liver triglycerides were spectrophotometrically quantified after
extraction. Serum triglycerides, cholesterol and insulin were measured. (B) Liver fatty acid
content and linoleic acid levels were determined by mass spectrometry-GC. Data are

expressed as means + SEM with *p<0.05 and **p<0.01.
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Figure 3. Effects of Cx32 deficiency on inflammatory cytokines.
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WT (n=11) and Cx327- (n=9) mice were fed a high-fat choline-deficient diet for 8 weeks
before sampling. ELISA analysis of IFN-y, IL-6, IL-1B, TNF-a and IL-10 in liver tissue

and serum was performed. Data are expressed as means + SEM with *p<0.05, **p<0.01 and

**%0<0,0001.
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Figure 4. Effects of Cx32 deficiency on oxidative stress, leptin and adiponectin.
WT (n=11) and Cx327- (n=9) mice were fed a high-fat choline-deficient diet for 8 weeks

before sampling. MDA in liver tissue was measured by high-performance liquid
chromatography. Liver superoxide dismutase, glutathione reductase, glutathione peroxidase
and catalase levels were determined by their activity by microassay. Adiponectin and leptin
in fat and serum were measured by ELISA. Data are expressed as means £ SEM with

*p<0.05.
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Figure 5. Effects of Cx32 deficiency on PCNA levelsand NAFL D-related genes.
(A) PCNA proteins were detected by immunoblotting technique and enhanced

chemiluminescence and quantified by densitometric analysis. (B) gRT-PCR was performed
on 84 key genes related to NAFLD mechanisms. Data are expressed as means + SEM with
*

p<0.05.
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