HFD-induced Metabolic Disorders in OSMR 3-deficient Mice

ple sclerosis (19, 20). In a previous study we reported that
OSMRB is expressed in adipose tissue macrophages (ATMs)
and that OSM switches the phenotype of ATMs from the
Ml-type to the M2-type (21). In addition, disruption of
OSMR gene in mice results in the development of mature-
onset obesity and systemic insulin resistance under normal die-
tary conditions (21). However, the role of OSM signaling in the
regulation of diet-induced obesity and related metabolic disor-
ders remains unclear. In the present study we analyzed meta-
bolic parameters in OSMRB™/ "~ mice fed a high-fat diet (HED)
to investigate the role of OSM signaling in the development of
obesity-induced metabolic disorders, including adipose tissue
inflammation, insulin resistance, and hepatic steatosis.

EXPERIMENTAL PROCEDURES

Animals—Male C57BL/6] mice (8 weeks old) were pur-
chased from Nihon SLC (Hamamatsu, Japan). Male +/+ (lean)
and ob/ob mice (8 weeks old) were obtained from our breeding
colony using heterozygous (0b/+) breeding pairs. The protocol
used to generate OSMRB /" mice has been described previ-
ously (22). OSMRB™* wild-type (WT) and OSMRB ™'~ litter-
mates were obtained from our breeding colony using heterozy-
gous (+/—) breeding pairs. All mice were housed in specific
pathogen-free facilities and light (12-h light/dark cycle)-, tem-
perature (2225 °C)-, and humidity (50 - 60% relative humidi-
ty)-controlled conditions. The mice were allowed free access to
food and water. Until 8 weeks of age, all mice were fed a normal
diet consisting of 13.3% calories from fat (MF; Oriental Yeast,
Tokyo, Japan). At all times the experiments were performed
under the control of the Animal Research Control Committee
in accordance with the Guidelines for Animal Experiments of
‘Wakayama Medical University, Japanese Government Notifi-
cation on Feeding and Safekeeping of Animals (no. 6) and
National Institutes of Health Guide for the Care and Use of
Laboratory Animals (NIH publication no. 80-23, revised
1978). All efforts were made to minimize the number of animals
used and their suffering.

HFD—Diet-induced obese (DIO) mice were generated by
placing male C57BL/6] mice on an HFD consisting of 56.7% of
calories from fat (High Fat Diet 32; CLEA Japan, Tokyo, Japan)
beginning at 8 weeks of age for 8 weeks. OSMRB ™/~ mice and
their littermates were placed on the HFD starting at 8 weeks of
age and fed in individual cages for 2, 4, or 8 weeks.

Pair-feeding on the HFD—Pair-feeding study was performed
with some modifications as described by Racioppi et al. (23).
WT and OSMRB ™/~ mice at 8 weeks of age were housed in
individual cages. The amount of food intake for the WT mice
fed ad libitum and OSMRB ™'~ mice fed ad libitum was moni-
tored daily for the duration of the experiment. As OSMRB ™/~
mice fed ad libitum would eat more food than WT mice fed ad
libitum, OSMRB ™'~ mice received the average amount of food
consumed by the WT mice. All mice had free access to water.
The food was provided to mice every day at 18:00, 2 h before the
dark period began. Pair-feeding was carried out for 8 weeks.
Body weights were recorded once a week throughout the
experiment.

Injection of OSM in ob/ob Mice—Injection of OSM was per-
formed as described previously (21). Briefly, ob/ob mice were
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administrated intraperitoneally with either vehicle or recombi-
nant mouse OSM (12.5 ng/g of body weight; R & D Systems,
Minneapolis, MN) twice a day (10:00 and 18:00 h) for 1 week.

Intraportal Administration of OSM in ob/ob Mice—To inves-
tigate the direct effects of OSM on the liver of obese mice, 0b/ob
mice were deeply anesthetized with isoflurane and adminis-
trated intraportally with either vehicle or recombinant mouse
OSM (12.5 ng/g of body weight). After 15, 30, 60, or 120 min of
administration, the livers were excised, and the tissue lysates
were prepared as described below.

Isolation of the Adipocyte Fraction and Stromal Vascular
Fraction (SVF)—Isolation of the adipocyte fraction and SVF
was performed as previously described (21). The mice were
deeply anesthetized with diethyl ether, and the epididymal adi-
pose tissue was quickly removed. The adipose tissue was
minced into fine pieces and digested with collagenase type 2
(Sigma) dissolved in PBS supplemented with 2% FCS at 37 °C
for 20 min. Next, the samples were passed through a nylon
mesh (100-pum pore size; BD Biosciences) and fractioned by
brief centrifugation (1200 rpm) at room temperature (RT) for 5
min. Floating cells and pellets were collected as the adipocyte
fraction and SVF, respectively. The cells in the SVF were incu-
bated with ammonium chloride buffer (PharmLyse; BD Biosci-
ences) to lyse the erythrocytes.

Flow Cytometry—Flow cytometry was performed as previ-
ously described (21). The cells in the SVF were incubated with
anti-CD16/CD32 antibodies (1:100, BD Biosciences) to block
Fc binding at 4 °C for 20 min. The cells were then incubated
with the following primary antibodies at 4°C for 30 min:
fluorescein isothiocyanate-conjugated anti-F4/80 antibody
(eBiosciences), phycoerythrin-conjugated anti-CD1lc anti-
body (eBiosciences), and Alexa Fluor 647-conjugated anti-
CD206 antibody (AbD Serotec). To detect OSMRS in the SVF,
cells were incubated with goat anti-OSMRS antibody (diluted
at 1:5, R&D Systems) at 4 °C for 30 min. Then, the cells were
incubated with phycoerythrin-conjugated donkey anti-goat
IgG (diluted at 1: 20, R&D Systems). The stained cells were
analyzed using the C6 flow cytometer (BD Biosciences) or the
FACSCalibur flow cytometer (BD Biosciences). The stained
cells were analyzed using the C6 flow cytometer (Accuri
Cytometers). Dead cells were removed from the analysis using
propidium iodide staining. The flow cytometry results were
analyzed using the FlowJo (Tree Star) software suite. The events
were first gated based on a forward scatter plot versus pro-
pidium iodide to identify individual live cells. The plot of a
forward- versus side-scatter pattern was used as the second gate
to gate out aggregates and debris. The cells gated on the F4/80-
positive population were then analyzed for CD11c, CD206, and
OSMRB. Single color controls were used to set the compensa-
tion and gates.

Insulin Signaling Analysis—An insulin signaling analysis was
performed as previously described (21). To evaluate insulin sig-
naling, mice fasted for 24 h were intraperitoneally injected with
human insulin (10 milliunits/g of body weight). Ten minutes
later epididymal adipose tissue, gastrocnemius muscle, and
liver were excised and frozen in liquid nitrogen. Tissue lysates
were prepared as described below.
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Western Blot Analysis—Western blot analysis was performed
with some modifications, as previously described (24). Tissue
lysates were prepared using radioimmune precipitation assay
buffer (Upstate Biotechnology) containing protease inhibitor
mixture (Upstate Biotechnology), 1 mm orthovanadate, 1 mm
sodium fluoride, and 1 mm phenylmethylsulfonyl fluoride. The
protein concentrations in the lysates were determined using a
BCA Protein Assay kit (Pierce). Twenty micrograms of protein
obtained from the samples was separated by sodium dodecyl
sulfate-polyacrylamide gel electrophoresis (SDS-PAGE) and
transferred to PVDF membranes (GE Healthcare). The blotted
membranes were incubated with goat anti-OSMRp antibody
(diluted 1:1000, R&D Systems), rabbit anti-phosphorylated Akt
antibody (diluted at 1:1000, Cell Signaling Technology), rabbit
anti-phosphorylated FOXO1 antibody (diluted at 1:1000, Cell
Signaling Technology), rabbit anti-phosphorylated p70 S6
kinase (S6K) antibody (diluted at 1:1000, Cell Signaling Tech-
nology), and rabbit anti-phosphorylated STAT3 antibody
(diluted at 1:1000, Cell Signaling Technology). The membranes
were then incubated with HRP-conjugated donkey anti-goat
(diluted at 1:10,000, Jackson ImmunoResearch) or donkey anti-
rabbit (diluted at 1:4,000, GE Healthcare) antibodies. Labeled
proteins were detected with chemiluminescence using ECL
detection reagent (GE Healthcare) according to the manufactu-
rer’s instructions. The membranes were exposed to hyperfilm
ECL (GE Healthcare) for an appropriate period. The blotted
membranes were stripped in 0.25 M of glycine, pH 2.5, at RT for
10 min and incubated with rat anti-tubulin antibody (diluted at
1:500; Abcam), rabbit anti-FOXO1 antibody (diluted at 1:1000,
Cell Signaling Technology), rabbit anti-S6K antibody (diluted
at 1:1000, Cell Signaling Technology), and rabbit anti-STAT3
antibody (diluted at 1:1000, Cell Signaling Technology) at 4 °C
for 16 h followed by incubation with HRP-conjugated donkey
anti-rat (diluted at 1:4000, Jackson ImmunoResearch) or don-
key anti-rabbit antibodies (diluted at 1:4000, Jackson Immu-
noResearch) at RT for 1 h.

Immunohistochemistry—Immunofluorescence staining was
performed with some modifications as previously described
(25). Briefly, the mice were deeply anesthetized with diethyl
ether, and the epididymal adipose tissue was quickly removed.
The adipose tissue was then fixed with 1% paraformaldehyde in
PBS at 4 °C for 1 h followed by preincubation in 5% normal
donkey serum at RT for 1 h. The adipose tissue was subse-
quently incubated with goat anti-OSMRP antibody (diluted at
1:400), rat anti-F4/80 antibody (diluted at 1:1000; AbD Sero-
tec), and rabbit anti-caveolin-1 antibody (diluted at 1:400; BD
Biosciences). The adipose tissue was incubated with Cy2-con-
jugated, Cy3-conjugated, or biotinylated secondary antibodies
(diluted at 1:800; Jackson ImmunoResearch) at RT for 1 h. The
adipose tissue was then incubated with 7-amino-4-methylcou-
marin-3-acetic acid-conjugated streptavidin (diluted at 1:500;
Jackson ImmunoResearch) at RT for 30 min and mounted in
mounting media (90% glycerol and 10% PBS) on the chambered
slide. Immunofluorescence images were acquired using a con-
focal laser scanning microscope (LSM700; Carl Zeiss).

Immunohistochemical analysis of pancreas was performed
as previously described (21). Briefly, 6-um-thick frozen sec-
tions were treated with normal donkey serum and incubated
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with rabbit anti-insulin antibody (diluted at 1:400; Abcam).
Then they were incubated with biotinylated donkey anti-rabbit
IgG antibody (diluted at 1:800; Jackson ImmunoResearch) fol-
lowed by the incubation with HRP-conjugated streptoavidin
(DAKO, Carpinteria, CA). Thereafter, the peroxidase reaction
was developed with 0.05% diaminobenzidine tetrahydrochlo-
ride (Sigma) and 0.01% H,O,. Eosin Y (Muto Pure Chemical,
Tokyo, Japan) was used for counterstaining. Images were
acquired by using a BIOREVO BZ-9000 microscope (KEY-
ENCE, Osaka, Japan). To evaluate the area of B-cell in pancreas,
every 20th section was selected from a series of consecutive
pancreatic sections, and 12 sections per mouse were used for
the analysis. For each section, the cells were considered to be
positive for insulin if the cell bodies were stained brown. The
area of B-cells and pancreas was quantified using Image J anal-
ysis software (Version 1.46r, Scion, Frederick, MD).

The following controls were performed: (i) incubation with
protein A-purified goat or rabbit IgG instead of primary anti-
body; (ii) incubation without the primary antibody or without
primary and secondary antibodies. All controls revealed no
labeling (data not shown).

Measurement of Blood Glucose and Serum Insulin—Mea-
surements of the blood glucose and serum insulin levels were
obtained as previously described (21). The mice were fasted for
4 h to remove the effects of food intake on glucose metabolism,
and blood was removed from the tail vein at 18:00 h. In the
fasting experiments the mice were fasted overnight with free
access to water. Serum was then immediately collected and
stored at —20 °C. The blood glucose levels were measured with
a glucose measurement device (Glucocard GT-1640, Arkray).
The serum insulin concentrations were determined using kits
from Morinaga.

Intraperitoneal Glucose Tolerance Tests (ipGTT) and Insulin
Tolerance Tests (ITT)—ipGTT and ITT were performed as pre-
viously described (21). For the ipGTT, the mice were fasted for
overnight, after which they received an intraperitoneal injec-
tion of p-glucose. Blood samples were collected from the tail
vein before and at 15, 30, 60, and 120 min after the injection of
D-glucose. For the ITT, the mice were fasted for 4 h, after which
they received an intraperitoneal injection of human insulin.
Blood samples were collected from the tail vein before and at
15, 30, 60, and 120 min after the injection of insulin.

ELISA—The concentrations of TNF-«, IL-10, and adiponec-
tin were measured with ELISA kits (R & D Systems) according
to the manufacturer’s instructions. The serum leptin concen-
tration was determined using an ELISA kit from Morinaga. The
serum amyloid A concentration was measured with an ELISA
kit from Invitrogen.

Measurement of the Lipid Content in the Serum and Liver—
The serum levels of triglycerides, total cholesterol, and free
fatty acids were measured at Nagahama Life Science Labora-
tory using lipid assay kits (Triglyceride E-Test Wako, Total
Cholesterol E-Test Wako, and NEFA C-Test Wako, Wako Pure
Chemical Industries) according to the manufacturer’s instruc-
tions. The content of triglycerides and total cholesterol in the
liver was analyzed at Skylight Biotech (Akita, Japan).

As described previously (21), the mice were fasted for 4 h to
remove the effects of food intake on lipid metabolism, and liver
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was dissected at 15:00 h. In the fasting experiments the mice
were fasted for overnight with free access to water. Lipids were
extracted from the liver according to the Folch method (26).
The frozen liver tissues were homogenized, and triglycerides
and total cholesterol were extracted from the homogenate with
chloroform/methanol (2:1, v/v), dried, and resuspended in
2-propanol. The amounts of triglycerides and total cholesterol
in the extract were measured using lipid assay kits (Cholestest
TG and Cholestest CHO, Sekisui Medical).

Quantitative Real-time PCR—Quantitative real-time PCR was
performed with some modifications, as previously described
(25). Briefly, total RNA extracted from epididymal adipose tissue,
SVE, liver, hypothalamus, skeletal muscle, and pancreas was
prepared using TRI reagent (Molecular Research Center). The
cDNA from the total RNA was synthesized with TagMan Reverse
Transcription Reagents (Applied Biosystems). The following Taq-
Man Gene Expression Assays (Applied Biosystems) were used:
OSM (Mm01193966_m1), OSMRB (Mm00495424_m1), insulin
(P/N4323969), TNF-a (Mm00443258_m1), IL-18 (Mm00434228
m1l), interferon-y (IFN-y) (Mm00801778_m1), monocyte che-
moattractant protein-1 (MCP-1) (Mm00441242_mil), C-C
chemokine receptor 2 (CCR2) (Mm00438270_m1), toll-like
receptor 4 (TLR4) (MmO00445273_m1), IL-6 (Mm00446190_m1),
IL-10 (Mm00439616_m1), IL-13 (Mm00434204_m1), adiponec-
tin (MmO00456425_m1), macrophage galactose-type C-type lectin
1 (MGL1) (Mm00546124_m1), MGL2 (Mm00460844._m1), fatty-
acid synthase (FAS) (Mm00662319_m1), stearoyl CoA desatu-
rase-1 (SCD-1) (Mm00772290_m1), sterol regulatory-element
binding transcription factor-1 (SREBF-1) (Mm00550338_m1),
ACSL3 (Mm01255804._m1), ACSL5 (Mm01261083_m1),and 18S
(Hs99999901_s1). Quantitative real-time PCR of each gene was
performed using Rotor Gene Q (Qiagen) and Rotor Gene Probe
PCR kits (Qiagen). The PCR amplification protocol was as follows:
95 °C for 10 min followed by 40 cycles of 95 °C for 10 s and 60 °C for
45 s. The relative abundance of transcripts was normalized accord-
ing to the expression of 18 S mRNA and analyzed using the AACT
method.

Statistical Analysis—The results are presented as the mean *
S.E. Statistically significant differences between groups were
analyzed using Student’s ¢ test or an analysis of variance fol-
lowed by the post-hoc Bonferroni test. The criterion for statis-
tical significance was a p value of < 0.05.

RESULTS

Expression of OSMR in the Adipose Tissue of the Obese
Mice—We previously reported that OSMRS is expressed in
adipose tissue, especially in the ATMs of C57BL/6] mice under

normal dietary conditions (21). We first investigated the
expression levels of OSM and OSMR in various tissues of two
types of obese model mice, DIO mice and genetically obese
ob/ob mice. In non-obese mice, both OSM and OSMRf were
abundantly expressed in the adipose tissue (Fig. 1, A~D). The
expression of OSM only increased in the adipose tissues of both
types of obese model mice (Fig. 1, A and B). In contrast, the
OSMRp expression was increased in the adipose tissue and
liver but not in the hypothalamus, skeletal muscle, and pancreas
in the obese mice (Fig. 1, C and D). In the adipose tissue, the
expression of OSMR was predominantly increased in the SVF
in DIO and ob/ob mice compared with that observed in the
respective control mice (Fig. 1, E-G). However, OSMRB was
rarely detected in the adipocyte fraction of all mice examined (Fig.
1E). Immunofluorescence staining revealed that OSMRB was
expressed in F4/80-positive macrophages in the adipose tissue of
the DIO and 0b/ob mice and the respective control mice (Fig. 1H).
However, the intensity of staining for OSMRf in macrophages
and the number of OSMR 3-positive macrophages were increased
in the adipose tissue in the DIO and 0b/ob mice compared with
those observed in the respective control mice (Fig. 1H). Flow cyto-
metric analysis revealed that OSMR was exclusively expressed in
F4/80-positive macrophages in the adipose tissue of both the DIO
(97.0 = 1.1%; Fig. 1I) and ob/ob mice (96.7 = 0.3%; Fig. 1)). In
addition, almost half of F4/80-positive macrophages was OSMR3-
positive in the adipose tissue of the DIO (45.0 = 1.1%; Fig. 1/) and
ob/ob mice (43.8 = 1.7%; Fig. 1)).

OSMRB™™ Mice Develop Obesity and Insulin Resistance
under HFD Conditions—To investigate the roles of OSM sig-
naling in the development of obesity-induced metabolic disor-
ders, we fed 8-week-old OSMRB ™'~ mice and WT littermates
an HFD for 8 weeks. As the amount of food intake and the food
intake per body weights were increased in OSMRB™/~ mice
compared with that observed in WT mice under HFD condi-
tions (Fig. 2, D and E), we conducted a pair-feeding study to
investigate the effects of food intake on metabolic parameters in
OSMRB ™/~ mice. Remarkably, OSMRB ™'~ mice began to gain
more weight than WT mice at 4 weeks on the HFD and
remained heavier until 8 weeks on the HFD (Fig. 2, A and B).
In OSMRB™’'" mice pair-fed with WT mice, designated
OSMRB ™/~ (PF) mice, the body weight values were similar to
those in WT mice (Fig. 2, A and B). The weights of the adipose
tissues (epididymal and subcutaneous) of OSMRB™'~ mice
were heavier than those of WT and OSMRB ™~ (PF) mice at 8
weeks on the HFD (Fig. 2C). Consistent with these data, the
serum concentration of leptin in OSMRB ™" mice was higher

FIGURE 1. The expressions of OSM and OSMRS in various tissues of non-obese and obese mice. A and B, the mRNA expressions of OSM in the adipose
tissue, liver, hypothalamus, skeletal muscle, and pancreas in the WT mice fed a normal diet (ND) or a HFD (A) and the lean and ob/ob mice (B) (n = 6). Cand D,
the mRNA expressions of OSMR in the adipose tissue, liver, hypothalamus, skeletal muscle, and pancreas in the WT mice fed a ND or an HFD (C) and the WT
and ob/ob mice (D) (n = 6). E, Western blot analysis of OSMRS in the adipose tissues of the non-obese and obese mice. The apparent molecular masses are
indicated on the right. Bands corresponding to OSMRp were detected at 180 kDa. F and G, a quantitative analysis of the protein expression of OSMRS in the
entire adipose tissue specimen (F) and SVF (G) (n = 6). H, immunofluorescence staining for OSMR (red) with F4/80 (green) and caveolin-1 (blue) in the adipose
tissues of the obese mice and the respective controls. Scale bar = 100 um. /and J, the expression of OSMR and F4/80 in SVF cells analyzed by flow cytometry.
Isolated SVF cells from the adipose tissue of DIO (/) and ob/ob mice (J) were stained with antibodies against F4/80 and OSMRS (blue dots). Red dots show the data
with their control antibodies (n = 4). ND, C57BL/6J mice fed a normal diet at 16 weeks old; HFD, C57BL/6J mice fed an HFD for 8 weeks started at 8 weeks old;
lean, control for ob/ob mice at 8 weeks old; ob/ob, ob/ob mice at 8 weeks old; Adipo, adipose tissue; AF, adipocyte fraction; Hypo, hypothalamus; Mus, skeletal
muscle; Panc, pancreas. The data represent the mean = S.E. *, p < 0.05; *¥, p < 0.01; ***, p < 0.005 normal diet (ND) versus HFD or lean versus ob/ob, Student’s

ttest.
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than that observed in WT and OSMRB ™/~ (PF) mice (Table 1).
However, the serum concentration of adiponectin did not differ
between the three groups (Table 1).

The blood glucose concentration in OSMRB™™ and
OSMRB ™" (PF) mice began to increase compared with those
observed in WT mice after 6 weeks on the HFD (Fig. 2F),
whereas the serum insulin concentration in OSMRB™/™ and
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OSMRB ™/~ (PF) mice began to increase after 1 week on the HFD
and continued to increase for 8 weeks (Fig. 2G). After 8 weeks on
the HFD, the concentrations of blood glucose and serum insulin
were increased in OSMRB™/~ and OSMRB ™/~ (PF) mice com-
pared with those observed in WT mice under both fed and
fasted states (Table 1). There were no significant differences in
the concentrations of blood glucose and serum insulin between
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TABLE 1

Various metabolic parameters in the serum of WT and OSMRB ™'~ mice under HFD conditions (n = 6-8)
In the fed states, mice were fasted for 4 h before the experiments to eliminate the feeding effect on lipid metabolism. In the fasted states, mice were fasted for overnight before

the experiments. The data represent the mean * S.E.

Serum concentration WT OSMRB™"~ OSMRB™~'~(PF)
Leptin (ng/ml) 19.0 £ 22 25.7 + 1.3*" 22.6 + 1.8
Serum amyloid A (ng/ml) 269 %70 69.3 = 15.8" 46.8 = 9.1°
TNE- (pg/ml) 5.80 * 0.32 641 + 0.23¢ 6.13 = 0.18
IL-10 (pg/ml) 11.7 £ 1.1 14.4 £ 05" 129+15
Adiponectin (ug/ml) 22.80.1 229+ 0.8 226+ 1.8
Glucose (fed) (mg/dl) 163.7 = 17.2 2353 + 8.3 203.8 + 16.9°
Glucose (fasted) (mg/dl) 1193 £ 3.5 126.3 = 1.9° 125.8 = 3.3°
Insulin (fed) (ng/ml) 4.14 *+ 1.42 42.0 + 4.5 36.4 * 6.2°
Insulin (fasted) (ng/ml) 1.73 =281 20.0 * 3.8 16.3 £ 8.2¢
Total cholesterol (fed) (mg/dl) 153.8 £ 11.6 200.3 = 17.3¢ 186.2 + 19.6°
Total cholesterol (fasted) (mg/dl) 70.0 £ 6.3 104.8 = 7.77 Not tested
Triglyceride (fed) (mg/dl) 147.0 + 12.6 175.5 * 13.6“ 164.0 + 6.4°
Triglyceride (fasted) (mg/dl) 220+ 19 36.0 £ 6.6” Not tested
Free fatty acid (fed) (mmol/liter) 1.76 = 0.09 1.90 = 0.13 1.90 * 0.08
Free fatty acid (fasted) (mmol/liter) 0.75 * 0.04 0.83 = 0.05 Not tested

“ p < 0.05WT versus OSMRB™~ mice, Student’s ¢ test.

b p < 0.05 OSMRB™/~ versus OSMRB™~ (PF) mice, Student’s ¢ test.
¢ p < 0.05 WT versus OSMRB™'™ (PF) mice, Student’s ¢ test.

4 p < 0.01 WT versus OSMRB™/~ mice, Student’s £ test.

OSMRB™/~ and OSMRB ™/~ (PF) mice (Table 1). The ipGTTs
and ITTs demonstrated that glucose tolerance and insulin sen-
sitivity were reduced in OSMRB ™/~ mice compared with those
observed in WT mice at 8 weeks on the HFD, as measured by
the area under the curves (AUCs) of blood glucose on the
ipGTTs and ITTs (Fig. 2, H-K). There were no significant dif-
ferences in the AUCs of blood glucose between OSMRB ™/~
and OSMRB ™/~ (PF) mice (Fig. 2, I and K). There were no sig-
nificant differences in the body weights, tissue weights, food
intake, blood glucose, and serum insulin between WT and
heterozygous OSMR-deficient mice (OSMRB™'~ mice)
under HFD conditions (Fig. 2).

Similar to the data obtained from the male mice, the body
weights, tissue weights, and the level of food intake were also
increased in the female OSMRB ™/~ mice fed the HFD com-
pared with those observed in female WT mice fed the HFD (Fig.
3, A-D). In addition, the female OSMRB ™'~ mice fed the HFD
exhibited more severe glucose intolerance than female WT
mice fed the HFD, as measured on the ipGTTs (Fig. 3, E and F).

OSMRB™'~ Mice Exhibit Severe Hepatic Steatosis under
HFD Conditions—The liver weight in OSMRB™'~ mice, which
was not significantly different from that in OSMRB™/~(PF)
mice, was heavier than that in WT mice (Fig. 2C). To detect
intracellular lipid droplets and glycogen granules in the liver,
we performed Oil Red O and periodic acid-Schiff (PAS) stain-
ing, respectively. The Oil Red O staining revealed that lipid
accumulation was augmented in the livers of OSMRB ™/~ and
OSMRB ™/~ (PF) mice compared with that observed in WT
mice (Fig. 44). In contrast, the PAS staining showed that there

were fewer glycogen granules in the hepatocytes of OSMRB ™/~

and OSMRB ™/~ (PF) mice compared with those observed in
WT mice (Fig. 44). Consistent with these data, the serum con-
centrations of total cholesterol and triglyceride were increased
in OSMRB ™/~ and OSMRB ™/~ (PF) mice compared with those
observed in WT mice in both fed and fasted states (Table 1).
There was a tendency for the serum concentration of free
fatty acids to be increased in OSMRBS ™/~ and OSMRB™/
~(PF) mice compared with that observed in WT mice in both
fed and fasted states; however, their differences were not
statistically significant (Table 1). In addition, the total cho-
lesterol and triglyceride levels in the livers of OSMRB ™/~
and OSMRB ™/~ (PF) mice were higher than those observed in
WT mice (Fig. 4, B and C). To provide insight into the cause of
the increased lipid accumulation observed in the livers of
OSMRB™/~ and OSMRB™/~(PF) mice, we investigated the
expression levels of genes related to fatty acid synthesis in the
liver. The expression levels of FAS, SCD-1, and SREBF-1 were
increased in the livers of OSMRB ™/~ and OSMRB ™/~ (PF) mice
compared with those observed in the liver of WT mice (Fig.
4D). In addition, phosphorylation of S6K, which increases the
activity of SREBF-1 (27), was up-regulated in the liver of
OSMRB ™/~ and OSMRB™/~(PF) mice (Fig. 4, E and F). Thus,
severe hepatic steatosis concomitant with enhanced S6K acti-
vation and increased lipogenic gene expression was observed in
the liver of OSMRB ™/~ mice.

Impaired Insulin Signaling in OSMRB™'~ Mice under HFD
Conditions—To evaluate insulin signaling pathways in adipose
tissue, skeletal muscle, and liver, we investigated the phosphor-

FIGURE 2. Body weight and glucose metabolism in WT and OSMRB ™/~ mice under HFD conditions. The mice (8 weeks old) were fed an HFD for 8 weeks.
A, representative images of WT mice, OSMRB™/~ mice, OSMRB™/~ mice, and OSMRB™~ mice pair-fed with WT mice (PF). B, the body weights of WT,
OSMRB*/~, OSMRB™/~, and OSMRB ™'~ (PF) mice (n = 6-11). C, the tissue weights in WT, OSMRB*/~, OSMRB~/~, and OSMRB ™/ (PF) mice at 8 weeks on the
HFD (n = 6-11). EWAT, epididymal white adipose tissue; SWAT, subcutaneous white adipose tissue. D, the amount of food intake in WT, OSMRB™/~,OSMRB ™",
and OSMRB ™/~ (PF) mice at 8 weeks on the HFD (n = 6-11). £, the amount of food intake per body weights in WT, OSMRB™/~, OSMRB™/~, and OSMRB ™'~ (PF)
mice at 8 weeks on the HFD {n = 6-11). F and G, the blood glucose (F) and serum insulin (G) levels in WT, OSMRB™/~, OSMRB™'~, and OSMRB ™/~ (PF) mice in
the fed state (n = 6). In the fed states, mice were fasted for 4 h before the experiments to eliminate the feeding effects on glucose metabolism. H-K, the results
of the ipGTTs (H) and ITTs (J) in WT, OSMRB™*/~, OSMRB ™/, and OSMRB ™/~ (PF) mice at 8 weeks on the HFD (n = 6). For ipGTTs, mice were fasted for 16 h and
intraperitoneally injected with p-glucose (1 g/kg of body weight). For ITTs, mice were fasted for 4 h and intraperitoneally injected with insulin (1 unit/kg of body
weight). The AUC for blood glucose on the ipGTTs (/) and [TTs (K) is shown. The data represent the mean = S.E.*, p < 0.05; **, p < 0.01; ***,p < 0.005 WT versus
OSMRB ™~ mice; #,p < 0.05; ##, p < 0.01 WT versus OSMRB ™~ (PF) mice; T, p < 0.05 OSMRB™/~ versus OSMRB ™~ (PF) mice, analysis of variance followed by
the post-hoc Bonferroni test (8, F, and G); Student's t test (C, D, E, /, and K).
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ylation level of Akt induced by the stimulation with insulin in
each tissue. Without the stimulation with insulin, phosphory-
lation of Akt was hardly observed in the adipose tissue, skeletal
muscle, and liver of WT, OSMRB /", and OSMRB ™'~ (PF)
mice in the fasted states (data not shown). After the stimulation
with insulin, Akt was phosphorylated in the adipose tissue, skel-
etal muscle, and liver of these mice (Fig. 54). However, the level
of insulin-induced Akt phosphorylation was decreased in the
adipose tissue, skeletal muscle, and liver of OSMRB™'" and
OSMRB ™/~ (PF) mice compared with that observed in WT
mice (Fig. 5B).

13828 JOURNAL OF BIOLOGICAL CHEMISTRY

Next, we examined the phosphorylation level of FOXO1 and
S6K, which are important for the suppression of gluconeogen-
esis (28) and the activation of lipogenesis (29), respectively, in
the liver. Without the stimulation with insulin, phosphoryla-
tion of FOXO1 and S6K was hardly observed in the liver of WT,
OSMRB™'~,and OSMRB ™/~ (PF) mice in the fasted state (data
not shown). After the stimulation with insulin, FOXO1 and S6K
were phosphorylated in the livers of these mice (Fig. 5, C-F). In
addition, phosphorylation level of FOXO1 was decreased in the
liver of OSMRB ™/~ and OSMRB ™/~ (PF) mice compared with
that observed in WT mice (Fig. 5D). In contrast, phosphoryla-

~ASBMB

VOLUME 289-NUMBER 20-MAY 16, 2014

— 106 —



HFD-induced Metabolic Disorders in OSMR B-deficient Mice

A B Cwr . C awr .
~/- /- B osmRrp- W osmRp™-
wT OSMR OSMRB™"(P! b
oswRg ) El osmRs”(PF) B osmRs™-(PF)
o 400¢ ar *
'g 2 —
- o
= = ® 3t
o E g 300 _E_, 3
E 3
£ 200 £ 2l
L i @
n 2 2
< D ©
o E 100 s 1}
o
0 0
D, Cowr E F owr
M osmRp- M osMRp-
w * B osmRrg”(PF) FI[ .  EloSMRg™(PF)
e. 3 Z 6l
3% & 56 :
<3 NS s
E2 ? pSEK B £
<
23 S6K - ¥ 3
%& 1 Liver 8 2
& 2
8 1
0 0

SREBF-1

FIGURE 4. Lipid metabolism in the livers of WT and OSMRB ™'~ mice under HFD conditions. The mice (8 weeks old) were fed an HFD for 8 weeks. A, Oil Red
0 and PAS staining of the livers of WT, OSMRB™/~, and OSMRB ™/~ (PF) mice. CV, central vein. Scale bar = 100 wm. B and C, the content of triglycerides (B) and
total cholesterol (C) in the livers of WT, OSMRB™"~, and OSMR/S"“(PF) mice in the fed state (n = 6). D, the expression levels of genes related to fatty acid
synthesis (FAS, SCD-1, and SREBF-1) in the livers of WT, OSMRB™/~, and OSMRB /™ (PF) mice in the fed state (n = 6). £, Western blot analysis of phosphorylation
of S6K (pS6K) in the livers of WT, OSMRB™/~, and OSMRB ™/~ (PF) mice in the fed state. F, a quantitative analysis of pS6K (n = 6).In the fed state, mice were fasted
for 4 h before the experiments to eliminate the feeding effects on lipid metabolism. The data represent the mean = S.E.*, p < 0.05 WT versus OSMRB ™'~ mice;

#, p < 0.05 WT versus OSMRB ™" (PF) mice, Student’s t test.

tion of S6K in OSMRB ™'~ and OSMRB ™/~ (PF) mice was main-
tained at the same levels as that observed in WT mice (Fig. 5F),
suggesting that insulin signaling pathway related to lipogenesis
was preserved in the liver of OSMRB ™'~ mice.

OSMRB ™"~ Mice Exhibit Hyperplasia of B-Cells in Pancreas
under HFD Conditions—Histological examination of the pan-
creas revealed that the percentages of insulin-positive areas
(B-cells) among total areas of the pancreas were higher in
OSMRB™/~ and OSMRB ™/~ (PF) mice compared with those
observed in WT mice (Fig. 5, G and H), suggesting that
OSMRB ™/~ mice exhibit hyperplasia of B-cells in the pancreas.
In addition, the expression of insulin mRNA was increased in
the pancreas of OSMRB ™'~ and OSMRB™/~(PF) mice com-
pared with that in WT mice (Fig. 5I).

HFD Conditions Exacerbate Adipose Tissue Inflamma-
tion in OSMRB™'~ Mice—The serum concentrations of
TNF-«, IL-10, and serum amyloid A were higher in
OSMRB ™/~ and OSMRB ™/~ (PF) mice than those observed
in WT mice at 8 weeks on the HFD (Table 1), indicating that the
degree of systemic inflammation was elevated in OSMRB™/~
and OSMRB ™/~ (PF) mice. In the adipose tissue, the total num-
ber of F4/80-positive macrophages per weight of adipose tissue
was higher in OSMRB ™/~ and OSMRB ™/~ (PF) mice than those
observed in WT mice (Fig. 6A). The percentages of both
CD11c-positive M1-type macrophages and CD206-positive
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M2-type macrophages among the total number of F4/80-posi-
tive macrophages were higher in the adipose tissue of
OSMRB™’~ and OSMRB ™'~ (PF) mice than in those of WT
mice (Fig. 6, Band C). The percentages of CD11¢/CD206-dou-
ble-negative cells among the total number of F4/80-positive
macrophages were lower in the adipose tissue of OSMRB ™/~
and OSMRB ™/~ (PF) mice than in those of WT mice (Fig. 6D).
In addition, the expression levels of inflammatory markers,
including TNF-a, IL-13, IEN-y, MCP-1, CCR2, and TLR4,
were higher in the adipose tissue and SVF of OSMRB™/~ and
OSMRB™/7(PF) mice than those observed in WT mice,
whereas there were no differences in the IL-6 expression levels
between the three groups (Fig. 6, E and F). In contrast, the
adiponectin expression level was lower in the adipose tissue and
SVF of OSMRB™'~ and OSMRB ™/~ (PF) mice than in those of
WT mice (Fig. 6, E and F). Unexpectedly, the expression levels
of other anti-inflammatory markers, including IL-10, IL-13,
MGL1, and MGL2, were also higher in the adipose tissue and
SVF of OSMRB ™'~ and OSMRB ™/~ (PF) mice than in those of
WT mice (Fig. 6, E and F).

To determine whether the increases in anti-inflammatory
markers were secondary to the preceding inflammatory
response, we investigated the development of adipose tis-
sue inflammation in OSMRB ™/~ mice at the earlier stage. At
4 weeks on the HFD (Fig. 7, A and B), the total number of
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F4/80-positive macrophages per weight of adipose tissue and
the percentage of CD1lc-positive M1-type macrophages
were increased in OSMRB ™/~ mice compared with those
observed in WT mice. In addition, the expression levels of
inflammatory markers, including TNF-«, 1L-18, IFN-v,
MCP-1, CCR2, and TLR4, were higher in the adipose tissue
and SVF of OSMRB ™/~ mice than in those of WT mice at 4
weeks on the HFD (Fig. 7, E and F). In contrast, the percent-
age of CD206-positive M2-type macrophages was decreased
in the adipose tissue of OSMRB ™/~ mice compared with that
observed in WT mice at 4 weeks on the HFD (Fig. 7C). In
addition, the expression levels of anti-inflammatory mark-
ers, including IL-10, IL-13, MGL1, and MGL2, were lower in
the adipose tissue and SVF of OSMRB ™~ mice than in those
of WT mice at 4 weeks on the HFD (Fig. 7, E and F). There
were no differences in the expression levels of IL-6 and adi-
ponectin in the adipose tissue between WT and OSMRB ™/~
mice (Fig. 7, E and F). Such changes in the total number of
ATMs, the polarization of ATMs, and cytokine production
profiles were already observed in OSMRB™/~ mice at 2

13830 JOURNAL OF BIOLOGICAL CHEMISTRY

weeks on the HFD, when there was no difference in body
weight between WT and OSMRB™'~ mice (Fig. 7, A-F).
There were no differences in the percentages of CD11c/
CD206-double-negative cells among the total number of
F4/80-positive macrophages in the adipose tissue between
WT and OSMRB ™/~ mice at both 2 and 4 weeks on the HFD
(Fig. 7D). Both glucose intolerance and insulin resistance
were exacerbated in OSMRB ™/~ mice compared with those
observed in WT mice at both 2 and 4 weeks on the HFD (Fig.
7, G-N). Therefore, the increases in the levels of anti-inflam-
matory markers observed at 8 weeks on the HFD were con-
sidered to reflect a secondary response to an earlier inflam-
matory reaction in the adipose tissue of OSMRB ™/~ mice.
Treatment with OSM Improves Insulin Resistance, Adipose
Tissue Inflammation, and Hepatic Steatosis in Genetically
Obese ob/ob Mice—To assess the effects of OSM on insulin
resistance, adipose tissue inflammation, and hepatic steatosis in
obese mice, OSM was intraperitoneally injected into ob/ob
mice twice a day for 7 days. The body weights, adipose tissue
weights, and liver weights were decreased in the OSM-treated
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ob/ob mice compared with those observed in 0b/ob mice with
vehicle injection (Fig. 8, A and B). Both the blood glucose and
serum insulin levels were also reduced by the treatment with
OSM in the fasted state (Fig. 8, C and D). Treatment of 0b/ob
mice with OSM improved their glucose intolerance in an ipGTT
(Fig. 8, Eand F). The OSM-treated ob/ob mice were more sensitive
to insulin, as measured by the ITT (Fig. 8, G and H). Therefore,
OSM improves glucose intolerance and insulin resistance in ob/ob
mice. In addition, the number of F4/80-positive macrophages per
weight of adipose tissue was decreased in the adipose tissue by the
treatment of OSM (Fig. 8/). The percentage of CD11c-positive
M1-type macrophages was reduced, whereas the percentage of
CD206-positive M2-type macrophages was increased in OSM-
treated ob/ob mice (Fig. 8, J and K). In addition, OSM increased
the expression of IL-10, IL-13, MGL1, and MGL2 in the adipose
tissue of ob/ob mice (Fig. 8L). Furthermore, the Oil Red O stain-
ing revealed that lipid accumulation was reduced by the treat-
ment of OSM in the liver of 0b/0b mice (Fig. 8M). In contrast,

ZASBMB
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the PAS staining showed that there were more glycogen gran-
ules in the hepatocytes of ob/ob mice treated with OSM com-
pared with those observed in ob/ob mice with vehicle injection
(Fig. 8M). In addition, the total cholesterol and triglyceride lev-
els in the liver of 0b/ob mice were decreased by the treatment of
OSM (Fig. 8, N and O).

Direct Effects of OSM on the Liver of Genetically Obese ob/ob
Mice—Consistent with the data in Fig. 1, C and D, the expres-
sion of OSMRB was increased in the liver of the obese mice (Fig.
9, A and B). To investigate the direct effects of OSM on the liver
of obese mice, we injected 0b/ob mice with OSM intraportally.
The activation of STAT3 was observed in the liver at 15 min
after the intraportal injection of OSM (Fig. 9C). Furthermore,
the expressions of both ACSL3 and ACSL5 were increased at 60
and 120 min after the intraportal injection of OSM (Fig. 9D). In
addition, OSM decreased the expression of FAS in the liver of
ob/ob mice (Fig. 9D). These results suggest that OSM directly
acts on the liver in obese mice.
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DISCUSSION

OSM is a member of the IL-6 family of cytokines and plays a
role in a variety of physiological functions, including hemato-
poiesis, the development of neurons, and the modulation of
inflammatory responses (20, 30-32). Some members of this
family, such as IL-6, ciliary neurotrophic factor, and cardiotro-
phin-1, are known to be associated with the development of
obesity and insulin resistance (33-35). Although we have dem-
onstrated the expression of OSMRP in ATMs and its associa-
tion with systemic insulin resistance in a previous report (21),
the role of OSM signaling in the development of obesity and
related metabolic disorders remains unclear. In the present
study we first examined the expression of OSMR in the vari-
ous tissues of both DIO and genetically obese 0b/ob mice. The
expression of OSMRP was increased in the adipose tissue and
liver of in these obese mice compared with their control mice.
In the adipose tissue, OSMR was increased in the SVF, espe-
cially in the F4/80-positive ATMs, in both models of obese
mice. These results suggest that OSM signaling is strongly asso-
ciated with the pathogenesis of obesity and related metabolic
disorders.

Next, we analyzed metabolic parameters in OSMRB ™/~ mice
fed the HFD. Strikingly, feeding an HED for 8 weeks resulted in
more severe obesity in OSMRB ™'~ mice than in WT mice.
Hyperglycemia, hyperinsulinemia, insulin resistance, adipose
tissue inflammation, and hepatic steatosis were exacerbated in
OSMRB™/~ mice under HFD conditions. In addition, OSM
improved adipose tissue inflammation, insulin resistance, and
hepatic steatosis of 0b/0ob mice. These results suggest that OSM
signaling has suppressive effects on the deterioration of obesity
and related metabolic disorders.

Obesity is an important cause of the development of meta-
bolic disorders (2). In the past decade, it has been widely
accepted that HFD leads to obesity that causes chronic low-
grade inflammation followed by insulin resistance (2). Then,
insulin resistance leads to hyperinsulinemia and S cell failure
successively, resulting in various metabolic disorders, including
type 2 diabetes and hepatic steatosis. Therefore, there is the
possibility that the deterioration of metabolic disorders noted
in OSMRB™/~ mice was due to the increase in fat mass. How-
ever, the pair-feeding study revealed that none of the metabolic
disorders observed in OSMRB ™/~ mice fed the HFD, including
adipose tissue inflammation, insulin resistance, and hepatic
steatosis, was affected by the decrease in food intake and body
weight in OSMRB™/~ mice pair-fed with WT mice. These
results suggest that the effects of OSM signaling on the deteri-
oration of metabolic disorders associated with diet-induced
obesity are independent of changes in food intake and body
weight. In addition, the deterioration of adipose tissue inflam-
mation, hyperinsulinemia, insulin resistance, and glucose intol-
erance were already observed in OSMRB ™/~ mice at 2 weeks on

the HFD, when there was no difference in body weight between
WT and OSMRB ™'~ mice. Recently, Mehran et al. (36) have
proposed a novel model of obesity and type 2 diabetes distinct
from the widely accepted model in which hyperinsulinemia is
upstream of obesity. Thus, the relationships between obesity,
insulin resistance, and hyperinsulinemia need to be revisited,
and we are considering OSMRB ™/~ mice as a unique mouse
model of metabolic diseases.

Under conditions of obesity, inflammatory cytokines, such as
TNEF-«, IL-18, and IFN-v, are primarily secreted from M1-type
ATMs, which induces insulin resistance (7-11, 37, 38). In con-
trast, an anti-inflammatory cytokine, IL-10, is produced by
M2-type ATMs, which suppresses insulin resistance (7, 12, 13).
In our previous study OSM signaling was found to have a sup-
pressive effect on adipose tissue inflammation due to the polar-
ization of the macrophage phenotype to the M2-type under
normal dietary conditions (21). In the present study feeding an
HED induced the expression of OSMRp in ATMs, suggesting
the important role of OSM in the development of adipose tissue
inflammation under conditions of obesity. As expected,
OSMRB ™/~ mice, in which OSM signaling is deleted, exhibited
increases in both the number of M1-type ATMs and expression
levels of inflammatory cytokines in the adipose tissue when fed
the HFD for 8 weeks. At this stage, insulin resistance was exac-
erbated in OSMRB ™/~ mice compared with that observed in
WT mice, suggesting that adipose tissue inflammation
enhanced by M1-type ATMs may contribute to the exacerba-
tion of insulin resistance in OSMRB ™/~ mice. Recently, it has
been reported that these inflammatory and anti-inflammatory
cytokines are produced by other types of cells, such as regula-
tory T cells and CD8-positive T cells, and play important roles
in the development of obesity-related metabolic disorders (5,
39). We cannot exclude the possibility that the changes in cyto-
kine production profiles result from the other cells except for
ATMs in OSMRB™'~ mice. However, it is possible that ATMs
are responsible for the inflammatory cytokine production pro-
files in OSMRB ™/~ mice directly because OSMRS was exclu-
sively expressed in F4/80-positive macrophages on adipose tis-
sues under obese conditions.

On the other hand, the number of M2-type macrophages and
the expression level of IL-10 were also increased in the adipose
tissue of OSMRB ™/~ mice compared with those observed in
WT mice. As the inflammatory responses driven by M1-type
macrophages are often counteracted by protective mechanisms
operated by M2-type macrophages (40), we analyzed the degree
of adipose tissue inflammation and insulin resistance in
OSMRB ™/~ mice at an early stage of HFD. At 4 weeks on the
HED, the number of M2-type macrophages and the expression
levels of anti-inflammatory cytokines were low in the adipose
tissue of OSMRB ™/~ mice compared with that observed in WT
mice, whereas OSMRB ™/~ mice exhibited an increased num-

FIGURE 7. Adipose tissue inflammation and glucose metabolism in WT and OSMRB ™/~ mice at 2 and 4 weeks on the HFD. A, total number of F4/80-
positive cells per weights of adipose tissue in WT and OSMRB ™~ mice (n = 6). Band C, the percentages of CD11c-positive cells (8) and CD206-positive cells (C)
among the F4/80-positive cells in WT and OSMRB™/™ mice. D, the percentages of CD11c/CD206-double-negative cells among the F4/80-positive cells in WT
and OSMRB ™/~ mice. E and F, the mRNA expression levels of inflammatory and anti-inflammatory markers (TNF-c, IL-13, IFN-v, CCR2, MCP-1, TLR4, IL-6, MGL1,
MGL2, IL-10, IL-13, and adiponectin) in the adipose tissue (E) and SVF (F) of WT and OSMRB ™/~ mice (n = 6). G-N, the results of the ipGTTs (G and K) and ITTs (/
and M) in WT and OSMRB ™/~ mice at 2 weeks (G-J) and 4 weeks (K-N) on the HFD (n = 6). The AUC for blood glucose on the ipGTTs (H and L) and ITTs (J and
N) was shown. ADPN, adiponectin. The data represent the mean = S.E. *, p < 0.05;**, p < 0.01 WT versus OSMRB ™/~ mice, Student’s t test.
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intraperitoneally with either vehicle or recombinant mouse OSM (12.5 ng/g of body weight) twice a day for 7 days. A, the body weights in vehicle- and
OSM-treated ob/ob mice (n = 6). B, the tissue weights in vehicle- and OSM-treated ob/ob mice (n = 6). EWAT, epididymal white adipose tissue; SWAT,
subcutaneous white adipose tissue. C and D, blood glucose (C) and serum insulin (D) levels in vehicle- and OSM-treated ob/ob mice in the fasted states (n = 6).
In the fasted states, mice were fasted overnight before the experiments. £-H, the results of the ipGTTs (£) and ITTs (G) in vehicle- and OSM-treated ob/ob mice
(n = 6). The AUC for blood glucose on the ipGTTs (F) and ITTs (H) is shown. For ipGTTs, mice were fasted for 16 h and intraperitoneally injected with p-glucose
(0.5 g/kg of body weight). For ITTs, mice were fasted for 4 h and intraperitoneally injected with insulin (5 unit/kg of body weight). /, total number of
F4/80-positive cells per weights of adipose tissue in vehicle- and OSM-treated ob/ob mice (n = 6). J and K, the percentages of CD11c-positive cells (J) and
CD206-positive cells (K) among the F4/80-positive cells in vehicle- and OSM-treated ob/ob mice. L, the mRNA expression levels of anti-inflammatory markers
(IL-10, IL-13, MGL1, and MGL2) in the adipose tissue of vehicle- and OSM-treated ob/ob mice (n = 6). M, Oil Red O and PAS staining of the livers of vehicle- and
OSM-treated ob/ob mice. CV, central vein. Scale bar = 100 um. N and O, the content of triglycerides (N) and total cholesterol (O) in the livers of vehicle- and
OSM-treated ob/ob mice in the fed state (n = 6). In the fed state, mice were fasted for 4 h before the experiments to eliminate the feeding effects on lipid
metabolism. The data represent the mean = S.E. *, p < 0.05; **, p < 0.01 vehicle versus OSM, Student's t test.

ber of M1-type ATMs, high expression levels of inflamma-
tory cytokines, and severe insulin resistance. Therefore, the
increased  anti-inflammatory responses observed in
OSMRB ™/~ mice at 8 weeks on the HFD may have occurred to

counteract the excessive inflammation induced by the larger
number of M1-type ATMs and the up-regulation of inflamma-
tory cytokines in the adipose tissue. In addition, an increased
total number of ATMs, the polarization of ATMs to M1-type,
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FIGURE 9. The direct effects of OSM on liver lipid metabolism in ob/ob mice. ob/ob mice were injected intraportally with either vehicle or recombinant
mouse OSM (12.5 ng/g of body weight) and maintained for 60 and 120 min. A, Western blot analysis of OSMRB in the liver in the WT mice fed a normal diet (ND)
or an HFD and the lean and ob/ob mice (n = 6). The apparent molecular masses are indicated on the right. B, a quantitative analysis of the protein expression
of OSMRB in the liver (n = 6). C, activation of STAT3 in the liver by the intraportal injection of OSM in ob/ob mice. D, the mRNA expression levels of genes related
to lipolysis (ACSL3 and ACSLS5) and lipogenesis (FAS) in the liver of vehicle- and OSM-injected ob/ob mice (n = 6). The data represent the mean =+ S.E. ¥, p < 0.01
normal diet (ND) versus HFD or lean versus ob/ob (B); *, p < 0.05 vehicle versus OSM 60 min; #, p < 0.05 vehicle versus OSM 120 min; Student’s t test.

and inflammatory cytokine production profiles were already
observed in OSMRB™'~ mice at 2 weeks on the HFD. At this
stage, hyperinsulinemia, glucose intolerance, and insulin resis-
tance in OSMRB ™/~ mice were more severe than those in WT
mice despite no differences in body weight between two geno-
types, suggesting that the deterioration of these metabolic dis-
turbances in OSMRB™’~ mice occurs independent of the
increase in body weight.

Obesity-induced insulin resistance causes serious metabolic
disorders, including cardiovascular disease and hepatic steato-
sis (1, 41). Hepatic steatosis, in particular, is a predisposing fac-
tor for non-alcoholic steatohepatitis, which often progresses to
liver cirrhosis and hepatocellular carcinoma (42). In the present
study, OSMRB™/~ mice fed an HFD for 8 weeks exhibited
severe hepatic steatosis compared with that observed in WT
mice. The expression levels of the transcription factor,
SREBF-1, and its target genes, FAS and SCD-1, were also
increased in the liver of OSMRB ™/~ mice. As FAS and SCD-1
promote fatty acid synthesis in the liver, increased de novo lipo-
genesis in the liver may result in the deterioration of hepatic
steatosis in OSMRB ™/~ mice. Furthermore, insulin stimulates
de novo lipogenesis by increasing the expression of SREBF-1
(43). We observed that the serum concentration of insulin was
high in OSMRB ™/~ mice compared with those observed in W'T
mice, suggesting that the up-regulation of insulin induces an
increased expression of SREBF-1 in OSMRB ™/~ mice. There-
fore, hepatic steatosis is likely exacerbated in HFD-fed
OSMRB ™/~ mice due to the promotion of hepatic lipogenesis.

It has been long accepted that insulin resistance and hepatic
steatosis are mutually related in a “vicious cycle” (41). On the
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other hand, some investigators have recently reported the dis-
sociation of hepatic steatosis from insulin resistance (44); insu-
lin resistance without hepatic steatosis (with hypotriglycemia)
has been observed in liver-specific insulin receptor knock-out
mice (45, 46) and the liver-specific deletion of phosphatase and
tensin homolog has been found to improve systemic insulin
resistance associated with enhanced hepatic steatosis (47).
Hence, hepatic steatosis is not always related to insulin resis-
tance. To address this issue, Brown and Goldstein (48) pro-
posed the concept of “selective insulin resistance.” When insu-
lin signaling is completely blunted in the liver, hepatic
gluconeogenesis is promoted, and hepatic lipogenesis is inhib-
ited. However, when some steps of insulin signaling only
required for the suppression of hepatic gluconeogenesis are
blunted in liver, the remaining intact mechanisms of insulin
signaling drive hepatic lipogenesis. In the present study, we
demonstrated that the activation of FOXO1 due to stimulation
with insulin, which suppresses the gluconeogenetic actions of
insulin, was inhibited in the liver of OSMRB ™/~ mice compared
with that observed in WT mice. On the other hand, the phos-
phorylation of S6K after stimulation with insulin, which pro-
motes de novo lipogenesis, remained intact in the liver of
OSMRB ™'~ mice. As the degree of hyperinsulinemia was much
more severe in OSMRB ™/~ mice than in WT mice, selective
insulin resistance may contribute to the progression of hepatic
steatosis in OSMRB ™/~ mice. Of course, we cannot rule out the
possibility that other pathways may induce de novo lipogenesis
in the liver, including glucose-induced carbohydrate response
element-binding protein activation (49) and/or cholesterol-in-
duced liver X receptor activation (50).
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Alternatively, the cause of severe hepatic steatosis in
OSMRB ™/~ mice is the lack of direct effects of OSM on the
liver. In the present study, we observed that OSMRp was up-
regulated in the liver of obese mice. To test the direct effects of
OSM on the liver, we injected OSM intraportally in 0b/0b mice.
A signal molecule for the downstream of OSMR, STAT3, was
activated in the liver by the intraportal injection of OSM. Zhou
et al. (51) have reported that the expression of ACSL3 and
ACSL5, which promote lipolysis in the liver, is increased by
OSM in HepG2 cells. In the present study, the intraportal injec-
tion of OSM increased the expression of ACSL3 and ACSL5 in
the liver of obese mice. In addition, OSM decreased the expres-
sion of FAS in the liver. Thus, OSM may directly increase lipol-
ysis and suppresses lipogenesis in the liver of obese mice.

In conclusion, OSMRB ™/~ mice exhibited severe obesity,
adipose tissue inflammation, insulin resistance, and hepatic
steatosis under HFD conditions. In addition, OSM improved
adipose tissue inflammation, insulin resistance, and hepatic
steatosis in genetically obese 0b/ob mice. Our results strongly
suggest that OSMR is required to protect against the develop-
ment of obesity and related metabolic disorders. Therefore,
OSM signaling is a potential novel therapeutic target in patients
with metabolic syndrome, including obesity, insulin resistance,
and hepatic steatosis.
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Semaphorin 3E Secreted by Damaged Hepatocytes
Regulates the Sinusoidal Regeneration and Liver Fibrosis
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The liver has a remarkable capacity to regenerate after injury. Although the regulatory mechanisms of
hepatocytic regeneration have been a subject of intense study, the dynamism of the sinusoids,
speciatized blood vessels in the liver, remains largely unknown. Transient activation of hepatic stellate
cells and hepatic sinusoidal endothelial cells, which constitute the sinusoids, contributes to liver
regeneration during acute injury, whereas their sustained activation causes liver fibrosis during chronic
injury. We focused on understanding the association between damaged hepatocytes and sinusoidal
regeneration or liver fibrogenesis using a carbon tetrachloride—induced liver injury mouse model.
Damaged hepatocytes rapidly expressed semaphorin 3E (Sema3e), which induced contraction of sinu-
soidal endothelial cells and thereby contributed to activating hepatic stellate cells for wound healing.
In addition, ectopic and consecutive expression of Sema3e in hepatocytes by the hydrodynamic tail-
vein injection method resulted in disorganized regeneration of sinusoids and sustained activation of
hepatic stellate cells. In contrast, liver fibrosis ameliorated in Sema3e-knockout mice compared
with wild-type mice in a chronic liver injury model. Our results indicate that Sema3e, secreted by
damaged hepatocytes, affects sinusoidal regeneration in a paracrine manner during liver regeneration,
suggesting that Sema3e is a novel therapeutic target in liver fibrogenesis. (Am J Pathol 2014, 184:
2250--2259; hittp://dx.doi.org/10.1016/j.ajpath.2014.04.018)

The liver has a remarkable capacity to regenerate from sur-
gical resection and damage caused by various insults, such as
toxic chemicals and viral infection. Many injuries cause
death of hepatocytes, which are liver parenchymal cells,
followed by compensatory proliferation of the remaining
hepatocytes to regenerate. Therefore, the mechanisms of
liver regeneration are focused on hep'cltocytes,z‘3 whereas the
regenerative process of sinusoids, unique capillary vessels in
the liver, remains largely unknown. The hepatic sinusoid is
composed of fenestrated sinusoidal endothelial cells (SECs)
and hepatic stellate cells (HSCs). In general, the process of
liver regeneration after injury is accompanied by sinusoid
fibrogenesis. Although transient fibrogenesis is beneficial for
wound healing by providing mechanical stability and a
scaffold for hepatocytic regeneration,” prolonged fibro-
genesis during chronic hepatitis often leads to the accumu-
lation of extracellular matrix (ECM), resulting in nodule

Copyright © 2014 Published by Elsevier Inc. on behalf of the
American Society for Investigative Pathology.
htp://dx.dot.org/10.10164.ajpath.2014.04.018

formation and alterations in hepatic function and blood flow.
Therefore, liver fibrosis is a pathologic sign that results in
severe hepatic diseases, such as cirrhosis and carcinogen-
esis.” Previous studies have revealed that HSCs, character-
istic pericytes that line the hepatic sinusoid, are a key cellular
source for the ECM and that activated HSCs acquire myo-
fibroblastic characteristics by secreting excess ECM protein,
such as collagen types I and II1.° In addition, SECs and HSCs
cooperate to maintain the sinusoidal environment. For
example, vascular endothelial growth factor (VEGF) secreted
by HSCs maintains SEC homeostasis by preventing their
capillau*ization.7 Conversely, SECs revert activated HSCs to a
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quiescent status via nitric oxide synthesis.® These observa-
tions suggest that the reciprocal cell-to-cell communication
between SECs and HSCs is critical for sinusoidal regenera-
tion and liver fibrosis after liver injury and that SEC angio-
genic factors could be the regulators of liver fibrogenesis
through indirect activation of HSCs. Because liver injury is
accompanied by inflammation and hepatocytic insults, in-
flammatory cells are involved in sinusoidal fibrogenesis.” In
addition, molecules secreted from damaged hepatocytes
contribute to the compensatory proliferation of surrounding
hepatocytes.'™'" However, whether there is a direct associ-
ation between damaged hepatocytes and sinusoidal regen-
eration or liver fibrogenesis is currently unknown.

We found that semaphorin 3E (Sema3e) is up-regulated
by 3,5-diethoxycarbonyl-1,4-dihydrocollidine feeding in a
mouse model of chronic hepatitis.'*'* Sema3e is a secretory
protein that belongs to the class 3 semaphorin family'* and
plays a neurogenic and angiogenic repulsive role in devel-
opment.'>'® The receptors for semaphorins are plexins and
neuropilins, and Sema3e specifically binds to plexin DI
(Plxnd1).'” Sakurai et al'® reported that Sema3e/Plxnd]l
signaling initiates the antiangiogenic response by regulating
Arf6 and R-Ras, inhibiting endothelial tip cell adhesion to
the ECM, and retracting filopodia. Moreover, the Sema3e/
Plxndl axis interferes with VEGF and VEGF receptor
(VEGFR)-2 signaling via a feedback mechanism.'® Indeed,
Sema3e/Plxnd] signaling plays an essential role in devel-
opment because Sema3e-knockout (KO) mice display
aberrant vascularization of intersomitic blood vessels.'’
However, the involvement of Sema3e/Plxnd1 signaling in
liver regeneration and pathogenesis remains largely un-
known. In this study, we focused on the mechanisms of
sinusoidal regeneration after liver injury and found that
Sema3e produced by damaged hepatocytes activates SECs
via Plxndl and thereby plays a critical role in sinusoidal
regeneration and liver fibrosis.

Materials and Methods
Mice

C57BL/6 mice were obtained from CLEA Japan (Tokyo,
Japan). Sema3e-KO mice were provided by Dr. Yutaka
Yoshida (Cincinnati Children’s Hospital Medical Center,
Cincinnati, OH). '7 The littermates were subjected to carbon
tetrachloride (CCly)—induced liver fibrosis. All animal ex-
periments were performed in accordance with our institu-
tional guidelines.

Induction of CCl,-Induced Acute Liver Injury and Liver
Fibrosis

Acute liver injury was induced by single i.p. injection of
CCly. CCly (Wako Pure Chemical, Osaka, Japan) was
diluted in corn oil (Wako) to 20% and injected into mice at a
dose of 1 mL/kg of CCly. Liver fibrosis was induced by
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repeated injection of CCly, twice per week for 4 weeks.
Livers were harvested 3 days after the final CCl, injection.

H&E and Sirius Red Staining

Liver cryosections (8 wm) were mounted on glass slides and
fixed with Zamboni fixative solution for 10 minutes for im-
munostaining. The fixed sections were incubated with 5%
skim milk (w/v) in phosphate-buffered saline and then incu-
bated with primary antibodies, followed by secondary anti-
bodies. The antibodies used in this study are listed in Table 1.
Images were captured using Observer Z1 with an AxioCam
HRc (Zeiss, Oberkochen, Germany). The hematoxylin and
eosin (H&E) staining was performed after immunostaining in
some specific experiments as stated later. The cover glass on
enclosed sections was eliminated carefully with adequate
phosphate-buffered saline (Wako) and then stained with H&E
(Muto Pure Chemicals, Tokyo, Japan). Sirius Red staining was
performed followed by Bouin’s solution (Sigma-Aldrich, St.
Louis, MO) fixation, as described previously. In brief, nuclei
were stained with Weigert’s iron hematoxylin (Wako) and
then stained with collagen and Direct Red 80 (Sigma-Aldrich).

RT-PCR and Real-time RT-PCR

Total RNA was isolated from mouse livers or hepatic cells
using TRIzol reagent (Invitrogen). Reverse transcription to
cDNA templates was performed using random primers and a
High-Capacity cDNA Reverse-Transcription Kit (Applied
Biosystems, Foster City, CA). Real-time RT-PCR experiments
were conducted with a LightCycler 480 system and Universal
Probe Library (Roche Diagnostics, Indianapolis, IN). The
mouse ACTB gene assay in ProbeLibrary was used as the
normalization control. The sequence information for the primer
pairs used is listed in Table 2. Probes #63 and #27 were used for
Sema3e and Plxnd], respectively. Sema3e primers were used
for experiments by analyzing the Sema3e expression. Sema3e
vector primers were used to construct the expression vector.

Table 1  Antibodies Used in the Study

Protein Supplier

Semaphorin 3E (Sema3e) Abgent (San Diego, CA)
Stabilin-2 (Stab-2) Nonaka et al*

(D45 BD Biosciences (San Diego, CA)

Nerve growth factor receptor R&D Systems (Minneapolis, MN)
(NGFR, p75NTR)

Actin, o, smooth muscle,
aorta (a-SMA)

Abcam (Cambridge, MA)

(D16/CD32 BD Biosciences

(Fcy III/11 Receptor)
Ki-67 eBioscience (San Diego, CA)
Collagen I AbD Serotec (Kidlington, UK)
Phalloidin Invitrogen (Carlsbad, CA)
GAPDH Merck Millipore (Billerica, MA)

a-SMA, a-smooth muscle actin; GAPDH, glyceraldehyde-3-phosphate de-
hydrogenase; p75NTR, p75 low-affinity neurotrophic growth factor receptor.
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Table 2  Primer Sequences Used for This Study

Gene Sense primer sequence Antisense primer sequence

Sema3e 5'-GGGGCAGATGTCCTTTTGA-3' 5'-AGTCCAGCAAACAGCTCATTC-3'
Plxnd1 5 -CTGGATGTCCATCTGCATGT -3’ 5'~CAGGAAGAACGGCTCACCTA~3'

Construction for Sema3e expression vector 5'-AGCTAGCCCCTGGAGGGAAGTACTAA-3' 5 -GTCGACTCCTAGGTTCCTCAGCCGCC-3’

Cell Isolation

A single-cell suspension was obtained from the liver by a
modified collagenase perfusion method, as described previ-
ously.”’ In brief, liver specimens were perfused with a basic
perfusion solution containing 0.5 g/L. of collagenase-Yakult
(Yakult Pharmaceutical Industry Co. Ltd., Tokyo, Japan) and
50 mg/L of DNase I (Sigma-Aldrich). The digested liver was
passed through a 70-pum cell strainer. After centrifugation at
60 x g for 1 minute, the precipitated cells were used as he-
patocytes after Percoll (GE Healthcare, Piscataway, NJ) density
centrifugation. The supernatant was transferred to a new tube
and centrifuged at 120 x g for 2 minutes repeatedly until no
pellet was visible. The final supernatant was centrifuged at
340 x g for 5 minutes, and the precipitated cells were used as
non-parenchymal cells for cell isolation. Aliquots of cells were
blocked with anti-FcyR antibody, co-stained with fluores-
cence- and/or biotin-conjugated antibodies, and then incubated
with allophycocyanin-conjugated streptavidin  (BD  Bio-
sciences, San Diego, CA) if needed. The samples were sorted
by Moflo XDP (Beckman-Coulter, Fullerton, CA) or auto-
MACS pro (Miltenyi Biotec, Bergisch Gladbach, Germany)
with anti-allophycocyanin microbeads. Dead cells were
excluded by propidium iodide staining.

Primary Culture of Hepatocytes and SECs

Primary hepatocytes separated by Percoll were seeded in type |
collagen—coated 6-well dishes (BD Biosciences) at 5 x 10°
per well with William’s Medium E (Life Technologies,
Carlsbad, CA) that contained 10% fetal bovine serum (JRH
Biosciences, Lenexa, KS). After 3 hours (0 hours), unattached
hepatocytes were washed out, and dimethyl sulfoxide
(vehicle) or CCl, dissolved in dimethyl sulfoxide was added to
the culture medium at a final concentration of 2.0 mmol/L.
Then, total RNA was extracted from hepatocytes at 0, 3, 6, and
24 hours after CCl; administration. Isolated primary SECs
were seeded in dishes coated with collagen type I-C (Nitta
gelatin, Osaka, Japan) with Dulbecco’s modified Eagle’s
medium/Ham’s nutrient mixture F-12 (Sigma-Aldrich). After
12 hours, recombinant mouse Sema3e (R&D Systems) was
added to the culture medium for a final concentration of 500
ng/mL. After incubation for 30 minutes, the morphologic
status of SECs was analyzed by immunocytochemistry using
fluorescein-conjugated phalloidin and Hoechst stain.

Forced Expression of Sema3e in Hepatocytes

We used the pLIVE vector and TransIT-EE Hydrodynamic
Delivery solution (Mirus Bio, Madison, WI) to introduce
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Sema3de cDNA into 8-week-old mice by hydrodynamic
tail-vein injection (HTVi). The primer pairs used for the
expression vector are listed in Table 2.

Quantitative Analysis of Liver Sections Stained with
Immunohistochemistry and Sirius Red

The vascular density was determined by analyzing stabilin
(Stab)-2—positive area in the fields, including the central vein
(CV). Four independent images of liver sections at %200
magnification per animal were analyzed using the Imagel
software version 1.46r (NIH, Bethesda, MD). The parenchymal
area was evaluated by subtracting vascular luminal area from
the total field area and used for calculation. The fibrosis area was
assessed by analyzing the Sirius Red—stained collagen areas in
the liver sections at x50 magnification. Ki-67—positive hepa-
tocytes were counted using In Cell Analyzer 2000 (GE
Healthcare), as described previously.22

Measurement of Serum ALT, Serum Albumin, and
Hydroxyproline Content

Serum alanine aminotransferase (ALT) and albumin were
measured at the Oriental Yeast Company (Tokyo, Japan) or
by the Transaminase Cll-test Wako (Wako). Hydroxypro~
line content was measured as described previously.”

Statistical Analysis

Statistical analysis was performed using the unpaired two-
tailed Student’s t-test. Gene expression in multiple liver cell
fractions was compared by one-way analysis of variance
and subsequent Tukey’s tests. P < 0.05 was considered
statistically significant.

Results

Sinusoidal Regeneration in CCl,-Induced Liver Injury in
Mice

The i.p. injection of CCl, produces a conventional liver
injury model to study liver regeneration and subsequent
fibrosis. We treated mice with CCl, and monitored the status
of hepatocytes and SECs to investigate sinusoidal regener-
ation after liver injury. We have reported previously that
Stab-2, a scavenger receptor, and receptors II (CD32) and 111
(CD16) for Fc fragment of IgG (FcyRs) are highly
expressed in SECs and make it possible to distinguish SECs
from other kinds of endothelial cells.”*** Frozen liver sec-
tions were subjected to immunohistochemistry (IHC) using
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anti—Stab-2 or anti-FcyR antibodies, followed by H&E
staining to visualize SECs in CCly-treated liver. Sinusoids in
normal liver (0 hours) extended from the CV in a high-density
radial pattern (Figure 1, A and B, and Supplemental Figure S1,
A and B). Because CCly is metabolized by cytochrome P450
in hepatocytes surrounding the CV to produce toxic free rad-
icals as intermediate metabolite:s,25 administering CCl, causes
massive hepatocytic death around the CV. H&E staining
revealed mild and obvious degeneration of hepatocytes at 24
and 48 hours after CCl, treatment, respectively (Figure 1, C
and E, and Supplemental Figure S1, C and E). The sinusoidal
structure was disorganized 24 hours after CCl, treatment, and
most SECs in the degenerated region (Figure 1) seemed to be
contracted, suggesting that some substantial alterations
occurred in the SECs (Figure I, C and D, and Supplemental
Figure S1, C and D). The degenerated region became more
obvious, and the arrangement of SECs remained disorganized
48 hours after CCly treatment (Figure I, E and F, and
Supplemental Figure S1, E and F). Degeneration of hepato-
cytes decreased and hepatocytes regenerated 72 and 96 hours
after CCl, treatment, but immune cells accumulated around the
CV (Figure 1, G and I, and Supplemental Figure S1, G and I).
In contrast, SECs returned to their original position and
morphologic status during these phases (Figure |, H and J, and
Supplemental Figure S1, H and J). These data suggest that the
process of sinusoidal regeneration would be completed by 72
hours after CCly-induced injury in mice.

Sema3e Is Expressed by Degenerating Hepatocytes
during CCl,-Induced Liver Injury

Because a sign of contraction was observed in SECs at 24 hours
after CCly treatment, it was supposed that some angiogenesis-
related factors might be involved in this morphologic change.
We found in our previous research about liver regeneration
during chronic hepatitis that Sema3e is up-regulated in injured
liver. Therefore, we examined the Sema3e expression pattern
by quantitative RT-PCR (RT-gPCR) after CCl, treatment and
measured serum concentrations of ALT as a liver injury marker
(Figure 2, A and B). As a result, Sema3e expression was
negligible in normal liver but was up-regulated drastically at 24
hours after CCly treatment. Intriguingly, Sema3e expression
then decreased sharply at 48 hours and returned to the basal
level after 72 hours. These results suggest that up-regulation of
Sema3e might be related with degeneration of hepatocytes, as
evaluated by serum ALT (Figure 2, A and B), whereas rapid
Sema3e down-regulation may represent completion of hep-
atocytic death. Therefore, we hypothesized that damaged he-
patocytes could be a source for Sema3e. To address this
hypothesis, we examined Sema3e expression in injured liver
sections by IHC using an anti-Sema3e antibody. As expected,
strong Sema3e signals were detected within the degenerating
area around the CV 24 hours after CCl, treatment (Figure 2C).
To investigate whether the cells expressing Sema3e were he-
patocytes, we stimulated hepatocytes isolated from normal liver
with CCly in culture. Primary cultured hepatocytes became
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Figure 1  Morphologic transition of sinusoids after carbon tetrachloride
(CCl,)—induced liver injury. Identical sections were subjected to immu-
nohistochemistry using anti-stabilin (Stab)-2 antibody and hematoxylin
and eosin (H&E) staining (after immunostaining). A and B: The sinusoids
extend from the central vein (CV) in a high-density radial pattern in normal
liver (0 hours) before injury. € and D: Sinusoidal structure is affected 24
hours after CCl, treatment, followed by hepatocyte degeneration around
the CV. E and F: Most sinusoidal endothelial cells (SECs) in the degenerated
region (surrounded by the broken line) are strongly contracted. The
arrangement of SECs remains disordered 48 hours after CCl, treatment.
Degeneration of hepatocytes diminishes 72 (6 and H) and 96 hours (I and
J) after CCl, treatment, hepatocytes regenerate, and immune cells accu-
mulate around the CV. Most of the SECs were stationed at the proper
position during these phases. Scale bars: 50 um (A, C, E, G, and I).

gradually swollen after CCl, treatment, and most of the hepa-
tocytes degenerated 24 hours after CCl, challenge (Figure 2D).
Real-time RT-PCR revealed that the expression level of
Sema3e of CCly-treated hepatocytes was significantly increased
compared with that of vehicle-treated or nontreated hepatocytes
and 3.7-fold higher than that of injured liver 24 hours after
in vivo administration of CCl, (whole liver), suggesting that
damaged hepatocyte by oxidative stress is a major source of
robust expression of Sema3e in CCl, injury model (Figure 2E).
Although Sema3e is expressed in immune cells,”® CD45"
blood cells isolated from CCly-treated liver hardly expressed
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