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albumin levels, which were recognized as risk factors for
the occurrence of HCC in univariate analyses of the
training set (Table 3), did not decide the clinical outcome
in the multicenter validation study (Table 4). Multivariate
analysis of the training set and the validation study
revealed the low SLC22A7 expression to be the only
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process (P = 0.021; FDR = 0.177; NES = 1.723). d Low expression
of sirtuin 3 was associated with a poor prognosis (P = 0.018)

reliable factor for predicting MO of HCC. The correlation
between SLC22A7 gene expression and platelet counts
were 0.167 (P = 0.246), and 0.134 (P = 0.355), respec-
tively (data not shown). There was no difference in
SLC22A7 expression between virus negative patients,
HBV positive patients and HCV positive patients
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(P = 0.439). The SLC22A7 expression may be indepen-
dent of platelet count and serum albumin decrease, pre-
dicting another aspect of liver functional reserve.

The precise indicator derived from noncancerous liver
tissue determined the prognosis, which was not governed
by tumor progression. According to the genome-wide gene
expression analysis in the training set (Table 1), SLC22A7
best determined the clinical outcome in the organic anion
transporter genes (GO:0015711), as judged by Cox
regression analysis in (P = 0.001). Figure la shows the
significant difference in tumor-free survival after hepatec-
tomy according to SLC22A7 expression (P = 0.001).

The information obtained in the training set was vali-
dated in a prospective multicenter study using tissue
microarrays (Fig. Ib). To this end, low SLC22A7 expres-
sion certainly determined MFS (Table 4). Regarding
occurrence-free survival in the present study, de novo HCC
may occur at 1 year after hepatectomy in patients with low
SLC22A7 expression (Fig. 1). In this context, the prog-
nostic curves appeared to be compatible with clinical
observations. Anatomic resection did not decrease the risk
for MFS in the multicenter study. It is reasonable that
anatomic resection is not available in noncancerous liver
with low SLC22A7 expression promoting de novo HCC.
The aforementioned criteria were enough to determine the
MO of HCC, since the anatomic resection prevents local
recurrence within Milan criteria.

Whether oxidative stress resulting from reactive oxygen
species in noncancerous tissue or cellular mitochondrial
dysfunction promotes hepatocarcinogenesis has been dis-
cussed [18, 19]. Antioxidants such as glutathione play an
important role and serve as essential components of the
detoxification mechanism [9]. Our previous study identi-
fied CYP1A2 as an index for HCC recurrence [18]. The
CYPI1A2 expression is significantly decreased in the stea-
totic liver induced with orotic acid [20, 21]. The CYP1A2
and SLC22A7 are regulated by interferon-alpha 2b in
human primary hepatocytes [22]. Interferon-alpha 2b
induced partial remission of hepatoma [23]. These reports
imply the possibility that CYP1A2 and SLC22A7 down
regulation, are an early alert symptom of MO. In this
aspect, decreased SLC22A7 expression may serve as a
reliable surrogate biomarker for the prognosis and treat-
ment of HCC.

Organic anion transporters are responsible for the uptake
and exclusion of xenobiotics and organic anions [24, 25].
Serum organic anions and xenobiotics are emptied into the
Disse’s space, taken up by transporters at the hepatocellular
sinusoidal membrane, and detoxified in the cytoplasm [26,
27]. The SLC22A7 expressed on the hepatocellular sinu-
soidal membrane takes up orotic acid [11]. Orotic acid has
been regarded as a promoter of liver carcinogenesis,
although the detailed mechanisms are unknown [28-30].

@ Springer

Moreover, mitochondrial sirtuin 3 may be involved in the
metabolic cycle of orotic acid. Sirtuin 3, by regulating OTC
activity. to decrease orotic acid, inhibits hepatocellular
carcinoma cell growth [31]. Previous research reported that
exposure to orotic acid after hepatectomy promotes liver
carcinogenesis [12]. Orotic aciduria and encephalopathy
were observed in HCC patients without liver cirrhosis [32].
We focused on Sirtuin 3 regulating orotic acid production,
because SLC22A7 transports orotic acids. Sirtuin 3 was
reported as the regulator of mitochondrial metabolism and
the inhibitor of hepatocellular carcinoma cell growth.
The present findings indicate that the decreased sirtuin3
expression coinciding with decreased SLC22A7 may reg-
ulate hepatocellular orotic acid concentrations to promote
MO of HCC (Fig. 2d). The gene expression levels of
SLC22A7 correlated with that of sirtuin3. Furthermore, the
customized sirtuin 3-related gene set revealed significant
correlation with SLC 22A7 expression (Supplementary
Figs. 2, 3).

In conclusion, the down regulation of SLC22A7 in
noncancerous liver tissue may have promoted the MO of
early-stage HCC in the training and multicenter validation
studies. Evaluating SL.C22A7 expression may be useful for
selecting treatment strategies. Further research is required
to determine whether the hepatocellular mechanisms
involving mitochondrial metabolism increase hepatocellu-
lar liver carcinogenesis. Such studies could address whe-
ther antioxidant therapy or another therapy to prevent
hepatocarcinogenesis would become available in patients
with low SLC22A7 expression.
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A small-molecule AdipoR agonist for
type 2 diabetes and short life in obesity

Miki Okada-Iwabu'*%#, Toshimasa Yamauchi“*3*, Masato Iwabu"?*, Teruki Honma®*, Ken-ichi Hamagaml Koichi Matsuda’,
Mamiko Yamaguch1 leoakl Tanabe Tomomi Klmura Someya*, Mlkako Shirouzu®, Hltoml Ogata®, Kumpei Tokuyama®,
Kohjiro Ueki', Tetsuo Nagano®, Akiko Tanaka®® , Shigeyuki Yokoyama4 7 & Takashi Kadowali>3

kAdiponec’tin secreted from adipocytes binds to adiponectin receptors AdipoR1 and AdipoR2' and exerts antidiabetic
effects via activation of AMPK and PPAR-a pathways, respectively. Levels of adiponectin in plasma are reduced in
obesity, which causes insulin resistance and type 2 diabetes. Thus, orally active small molecules that bind to and
activate AdipoRl-and Ad1p0R2 could ameliorate obesity-related diseases such as type 2 diabetes. Here we report the
~ identification of orally active synthetic small-molecule AdipoR agonists. One of these compounds, AdipoR agomst
(AdipoRon), bound to both AdipoR1 and AdipoR2 in vitro. AdipoRon showed very similar effects to adiponectin in
muscle and liver, such : as ‘activation of AMPK and PPAR-« pathways, and ameliorated insulin resistance and glucose
mtolerance in mice fed a hlgh ~fat diet, which was completely obliterated in ‘AdipoR1 and A ‘poR2 double-knockout
mice. Moreover, Ad.lpOROn amehorated diabetes of genetically obese rodent model db/db mice, and prolonged the

shortened hfespan of db/db mice on a high-fat diet. Thus, orally active AdlpoR agonists such as AdlpoRon are a
promising therapeutic approach for the treatment of obesity- related dlseases such as‘type 2 d1abetes L ;

The number of overweight individuals worldwide has grown markedly,
leading to an escalation of obesity-related health problems associated
with increased morbidity and mortality. Insulin resistance is a common
feature of obesity and predisposes the affected individuals to a variety
of pathologies, including type 2 diabetes and cardiovascular diseases.
Although considerable progress has been made in understanding the
molecular mechanisms underlying insulin resistance and type 2 dia-
betes, their satisfactory treatment modalities remain limited' ™.

Adiponectin (Adipoq)™® is an antidiabetic and antiatherogenic
adipokine. Plasma adiponectin levels are decreased in obesity, insulin
resistance and type 2 diabetes®. Replenishment of adiponectin has
been shown to ameliorate insulin resistance and glucose intolerance
in mice'®'*. This insulin sensitizing effect of adiponectin seems to be
mediated, at least in part, by an increase in fatty-acid oxidation via
activation of AMP-activated protein kinase (AMPK)"*"** and also via
peroxisome proliferator-activated receptor (PPAR)-ot'*".

We previously reported the expression cloning of complementary
DNA encoding adiponectin receptors 1 and 2 (Adipor] and Adipor2)*.
AdipoR1 and AdipoR2 are predicted to contain seven-transmembrane
domains'®, but to be structurally and functionally distinct from G-protein-
coupled receptors'®. AdipoR1 and AdipoR2 serve as the major receptors
for adiponectin in vivo, with AdipoR1 activating the AMPK pathways
and AdipoR2 activating the PPAR-o pathways™.

In skeletal muscle*', AdipoR1 is predominantly expressed and acti-
vates AMPK?* and PPAR-v coactivator (PGC)-10. (ref. 23) as well as
Ca®" signalling pathways, which have also been shown to be activated
by exercise®***. Exercise has been reported to have beneficial effects on
obesity-related diseases such as type 2 diabetes, and could contribute
to healthy longevity®. Liver expresses AdipoR1 and AdipoR2, both of
which have roles in the regulation of glucose and lipid metabolism,

inflammation, and oxidative stress in vivo*®. Here we report the dis-
covery of an orally active synthetic small molecule that binds to and
activates both AdipoR1 and AdipoR2, ameliorates insulin resistance
and type 2 diabetes, and prolongs the shortened lifespan of db/db mice.

Identification of small-molecule agonists of AdipoR

To identify orally active compounds that could bind to and activate
AdipoR, we screened a number of small molecules in the chemical
library at Open Innovation Center for Drug Discovery, The University
of Tokyo®. We performed functional assays to determine the ability
of small molecules to activate AMPK (Extended Data Table 1 and
Extended Data Fig. 1) and to ascertain the dependency of small mole-
cules on AdipoR in C2C12 myotubes by testing the effects of suppres-
sion of AdipoR expression by specific short interfering RNA (siRNA)
on phosphorylation of AMPK stimulated with each compound (Extended
Data Table 2 and Extended Data Fig. 2). We named one of these hits
AdipoR agonist (AdipoRon; Fig. 1a). We also used compounds 112254
and 165073 in some of the experiments as another hit and a non-hit,
respectively (Extended Data Tables 1 and 2 and Extended Data Figs 1
and 2).

The treatment of C2C12 myotubes with AdipoRon caused an increase
in the phosphorylation of Thr 172 in the o-subunit of AMPK (¢ AMPK)*,
AdipoRon at concentrations of 5-50 uM increased AMPK phosphor-
ylation in a dose-dependent manner to almost the same extent as did
adiponectin (Fig. 1b, c) without mitochondrial complex I inhibition
(Extended Data Fig. 3a). Suppression of AdipoR1 by specific siRNA
(Extended Data Fig. 3b, ¢) greatly reduced the increase in AMPK phos-
phorylation induced by AdipoRon (Fig. 1¢), indicating that AdipoRon
increased AMPK phosphorylation via AdipoR1. Compound number
112254 (another hit) also significantly increased phosphorylation of

!Department of Diabetes and Metabolic Diseases, Graduate School of Medicine, The University of Tokyo, Tokyo 113-0033, Japan. 2Department of Integrated Molecular Science on Metabolic Diseases, 22nd
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The University of Tokyo, Tokyo 113-0033, Japan. *RIKEN Systems and Structural Biology Center, Tsurumi, Yokohama 230-0045, Japan. 5Graduate School of Comprehensive Human Sciences, University of
Tsukuba, Tsukuba 305-8577, Japan. ®Open Innovation Center for Drug Discovery, The University of Tokyo, 7-3-1 Hongo, Bunkyo-ku, Tokyo 113-0033, Japan. ’Graduate School of Science, The University of
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Figure 1 | Small-molecule AdipoR agonist AdipoRon binds to both
AdipoR1 and AdipoR2, and increases AMPK activation, PGC-1a
expression and mitochondrial biogenesis in C2C12 myotubes. a, Chemical
structure of AdipoRon. b—i, I, m, Phosphorylation and amount of AMPK
(b-f,1, m), Ppargcla mRNA levels (g, h), and mitochondrial content as assessed
by mitochondrial DNA copy number (i), in C2C12 myotubes after myogenic
differentiation (b-1), in skeletal muscle (1) or in liver (m) from wild-type (WT)
or Adipor1~'~ Adipor2™'~ double-knockout mice, treated with indicated
concentrations of AdipoRon (b, d-i) or adiponectin (d, 15 pgml ™%

e, 50 g ml™Y 4, 10 ug ml™ 1), for 5 min (b, d-£), 1.5h (g, h) and 48 h (i), with or

AMPK via AdipoR1, albeit less potently, and compound 165073 (a
non-hit) failed to increase phosphorylation of AMPK (Fig. 1c).

In the presence or absence of the submaximal concentration of
adiponectin (15 pgml '), AdipoRon increased AMPK phosphoryla-
tion in a dose-dependent manner (Fig. 1d), whereas AdipoRon did
not increase nor decrease AMPK phosphorylation in the presence
of the maximal concentration of adiponectin (50 ugml™') (Fig. le).
These data suggested that AdipoRon replenished AMPK phosphor-
ylation stimulated by adiponectin.

EGTA partially suppressed the AdipoRon-induced increase in AMPK
phosphorylation in C2C12 myotubes (Fig. 1f), indicating that extracell-
ular free Ca®™ is required for full AMPK phosphorylation stimulated
with AdipoRon, like adiponectin®. Moreover, AdipoRon increased
PGC-1a (Ppargcla) expression (Fig. 1g, h) and mitochondrial DNA
content (Fig. 1i) in a dose-dependent manner. Furthermore, EGTA
effectively and almost completely abolished increased Ppargcla expres-
sion stimulated with AdipoRon in C2C12 myotubes (Fig. 1h), consist-
ent with the report that increased PGC-1at expression mediated by
adiponectin is dependent on Ca** signalling®".

By using surface plasmon resonance, AdipoRon bound to both AdipoR1
and AdipoR2 (dissociation constant (Kg) of 1.8 and 3.1 utM; Rypay Of
14.6 and 8.6 resonance units (RU), respectively) in a saturable manner
(Fig. 1j, k). We also performed radioactive binding and Scatchard
analysis and verified the specific binding of AdipoRon to AdipoR1
and AdipoR2 (Extended Data Fig. 4).

Intravenous injection of AdipoRon (50 mgkg ™" body weight) signi-
ficantly induced phosphorylation of AMPK in skeletal muscle and liver
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without EGTA (f, h), 25 uM AdipoRon, compound 112254 and 165073,

30 pgml ™" adiponectin for 5 min or 1 mM AICAR for 1 h and transfected with
or without the indicated siRNA duplex (c), or AdipoRon (I, m). j, k, Surface
plasmon resonance measuring AdipoRon binding to AdipoR1 and AdipoR2.
AdipoRI and AdipoR2 were immobilized onto a sensor chip SA. Binding
analyses were performed using a range of AdipoRon concentrations (0.49-
31.25 uM). All values are presented as mean = s.em. b, ¢, e-I, n = 4 each;
d,1, m, n = 3 each; ¥P < 0.05 and **P < 0.01 compared to control or unrelated
siRNA or as indicated. NS, not significant.

of wild-type mice but not Adiporl™'~ Adipor2™'~ double-knockout
mice (Fig. 1], m), indicating that AdipoRon could activate AMPK in
skeletal muscle and liver via AdipoR1 and AdipoR2.

AdipoRon ameliorates diabetes via AdipoR

To clarify whether orally administered small-molecule AdipoR ago-
nist AdipoRon would exhibit a pharmacokinetic profile suitable for
in vivo evaluation in the mouse, we measured plasma concentrations
of AdipoRon in C57BL/6 wild-type mice after oral administration of
50 mgkg ™" of AdipoRon, and found that the maximal concentration
(Cipax) of AdipoRon was 11.8 pM (Fig. 2a and Extended Data Fig. 5a).

To test the therapeutic potential of a small-molecule AdipoR ago-
nist to treat insulin resistance and diabetes, the effects of orally admi-
nistered AdipoRon were examined in high-fat-diet-induced obese mice.
Oral administration of AdipoRon (50 mg kg ™" body weight) for 10 days
did not significantly affect body weight (Fig. 2b) nor food intake
(Fig. 2c) in mice on a high-fat diet, but it did significantly reduce fasting
plasma glucose and insulin levels as well as glucose and insulin res-
ponses during oral glucose tolerance tests in wild-type mice treated
with AdipoRon (Fig. 2d and Extended Data Fig. 5b, ¢). The decrease in
glucose levels in the face of reduced plasma insulin levels indicates
improved insulin sensitivity (Fig. 2d, f and Extended Data Fig. 5d, e).
Notably, treatment of Adiporl ™'~ Adipor2™'~ double-knockout mice
with AdipoRon failed to ameliorate high-fat-diet-induced hypergly-
caemia and hyperinsulinaemia (Fig. 2e, f and Extended Data Fig. 5f-1).

The glucose-lowering effect of exogenous insulin was also greater
in AdipoRon-treated wild-type mice than in vehicle-treated control
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Figure 2 | AdipoRon improved
insulin resistance, glucose
intolerance and dyslipidaemia via
AdipoR. a-g, Plasma AdipoRon
concentrations (a), body weight
(b), food intake (c), plasma glucose
(d, e, g), plasma insulin (d, e) and
insulin resistance index (f) during
oral glucose tolerance test (OGTT)
(1.0 g glucose per kg body weight)
(d, e) or during insulin tolerance test
(ITT) (0.5 U insulin per kg body
weight) (g) in wild-type (WT) and
Adipor1™"~ Adipor2™"~ double-
knockout mice, treated with or
without AdipoRon (50 mg per kg
body weight). h, i, Glucose infusion
rate (GIR), endogenous glucose
production (EGP) and rates of
glucose disposal (Rq) during
hyperinsulinaemic euglycaemic
clamp study in wild-type and
Adipor1™'" Adipor2™'™ double-
knockout mice, treated with or
without AdipoRon (50 mg per kg
body weight). j, k, Plasma triglyceride
(j) and free fatty acid (FFA) (k) in
wild-type and Adipor1™'~
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wild-type mice (Fig. 2g, left, and Extended Data Fig. 5j, k), which was
not observed in Adiporl~'~ Adipor2™'~ double-knockout mice
(Fig. 2g, right, and Extended Data Fig. 51, m).

We examined whether a similar chemical analogue of AdipoRon
that could activate AMPK via AdipoR would have an antidiabetic
effect. Consistent with this, we observed that another similar chemical
analogue of AdipoRon, compound 112254 (Extended Data Fig. 6a),
could activate AMPK (Fig. 1¢) and at the same time ameliorate both
glucose intolerance and insulin resistance (Extended Data Fig. 6¢c-f).
Conversely, we observed that another compound, 165073 (Extended
Data Fig. 6b), could not activate AMPK (Fig. 1c), ameliorate glucose
intolerance, nor ameliorate insulin resistance (Extended Data Fig. 6g—j).

We performed hyperinsulinaemic euglycaemic clamps in mice on a
high-fat diet after 10 days of treatment. The glucose infusion rate was
significantly increased (Fig. 2h, left), the endogenous glucose produc-
tion was significantly suppressed (Fig. 2h, middle), and the glucose
disposal rate was significantly increased (Fig. 2h, right) in AdipoRon-
treated wild-type mice. None of these parameters was improved on
AdipoRon treatment in Adiporl ™'~ Adipor2™"" double-knockout
mice (Fig. 2i).

We next examined the effects of AdipoRon on lipid metabolism.
Treatment with AdipoRon for 10 days reduced plasma concentrations
of triglycerides and free fatty acid (FFA) in wild-type mice fed a
high-fat diet (Fig. Z]i, k), an effect that was not observed in
Adipor1™'™ Adipor2™'~ double-knockout mice (Fig. 2j, k).

Vehicle AdipoRon

Vehicle: AdipoRion *P << 0.05 and **P < 0.01 compared
to control or as indicated. NS, not
significant.

AdipoRon activates AdipoR1-AMPK-PGC-1e pathways

In skeletal muscle of wild-type mice, AdipoRon increased the expres-
sion of genes involved in mitochondrial biogenesis such as Ppargcla
and oestrogen-related receptor-a (Esrra)?, mitochondrial DNA rep-
lication/translation such as mitochondrial transcription factor A
(Tfam), and oxidative phosphorylation such as cytochrome ¢ oxidase
subunit IT (m#-Co2) (Fig. 3a). AdipoRon also increased mitochondrial
DNA content in the skeletal muscle of wild-type mice (Fig. 3b). These
effects were completely obliterated in Adiporl '~ Adipor2™'~ double-
knockout mice (Fig. 3a, b).

AdipoRon increased the levels of oxidative, high endurance type I
fibre® marker troponin I (slow) (Tnnil) in the skeletal muscle of wild-
type mice (Fig. 3a) but not in Adipor1 ™'~ Adipor2™'~ double-knockout
mice (Fig. 3a). We challenged mice fed a high-fat diet with involuntary
physical exercise by treadmill running and then assessed muscle endur-
ance. AdipoRon significantly increased exercise endurance in wild-
type mice, but not in Adiporl ™'~ Adipor2™'~ double-knockout mice
(Fig. 3¢) fed a high-fat diet.

We next examined the expression of metabolic genes and found
that AdipoRon significantly increased the expression of genes involved
in fatty-acid oxidation such as medium-chain acyl-CoA dehydrogen-
ase (Acadm) (Fig. 3a), which was associated with decreased triglyceride
content® (Extended Data Fig. 7a), in the skeletal muscle of wild-type
mice but not of Adipor1 ™'~ Adipor2™'~ double-knockout mice fed a
high-fat diet.
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Figure 3 | AdipoRon increased mitochondria biogenesis in muscle, reduced
tissue triglyceride content in liver and decreased oxidative stress and
inflammation in liver and WAT. a-h, Ppargcla, Estra, Tfam, mt-Co2, Tnnil,
Acadm and Sod2 mRNA levels (a), mitochondrial content as assessed by
mitochondrial DNA copy number (b) in skeletal muscle, exercise endurance
(¢), Ppargcla, Pckl, G6pc, Ppara, Acoxl, Ucp2, Cat, Tnf and Ccl2 mRNA levels

AdipoRon significantly increased the expression levels for oxidative
stress-detoxifying genes such as manganese superoxide dismutase (Sod2)
(Fig. 3a), and decreased oxidative stress markers* such as thiobarbi-
turic acid reactive substance (TBARS) (Extended Data Fig. 7b), in the
skeletal muscle of wild-type mice but not of Adiporl ™'~ Adipor2™'~
double-knockout mice fed a high-fat diet.

AdipoRon also activates AdipoR2-PPAR-o pathways

We examined whether AdipoRon could activate AdipoR1 and AdipoR2
pathways in the liver. The activation of AdipoR1-AMPK pathway in
the liver has been reported to reduce the expression of genes involved
in hepatic gluconeogenesis such as Ppargcla, phosphoenolpyruvate
carboxykinase 1 (Pck1)*** and glucose-6-phosphatase (G6pc). As pre-
dicted by these earlier studies, we found that AdipoRon significantly
decreased the expression of Ppargcla, Pck1 and G6pcin the liver of wild-
type (Fig. 3d) but not of Adiporl™'~ Adipor2™'~ double-knockout
mice (Fig. 3d) fed a high-fat diet.

Activation of AdipoR2 can increase PPAR-a levels and activate
PPAR-o pathways, leading to increased fatty-acid oxidation and reduc-
tion of oxidative stress®®. AdipoRon increased the expression levels of
the gene encoding PPAR-o itself (Ppara) and its target genes', includ-
ing genes involved in fatty-acid combustion such as acyl-CoA oxidase
(Acox1), genes involved in energy dissipation such as uncoupling protein
2 (Ucp2), and genes encoding oxidative stress detoxifying enzymes
such as catalase (Cat) in the liver of wild-type (Fig. 3d) but not of
Adipor1™'~ Adipor2™'~ double-knockout mice (Fig. 3d) fed a high-
fat diet. AdipoRon significantly reduced triglyceride content (Fig. 3e)
and oxidative stress”?, as measured by TBARS (Fig. 3f), in the liver of
wild-type mice but not of Adipor] ™'~ Adipor2™'~ double-knockout
mice (Fig. 3e, ) fed a high-fat diet.

Notably, orally administered AdipoRon reduced the expression levels
of the genes encoding pro-inflammatory cytokines such as TNF-a
(Tnf)** and MCP-1 (Ccl2) in the liver of wild-type mice (Fig. 3d) but
not of Adiporl™'~ Adipor2™'~ double-knockout mice (Fig. 3d) fed a
high-fat diet.

AdipoRon decreases inflammation

AdipoRon reduced the expression levels of genes encoding pro-
inflammatory cytokines®” such as Tnf, IL-6 (1I6) and Ccl2 in the white
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(d), tissue triglyceride content (e), TBARS (f) in liver and Tnf, Il6, Ccl2, Emr1,
Itgax and Mrcl mRNA levels (g) and TBARS (h) in WAT, from wild-type and
Adipor1™” Adipor2~"~ double-knockout (DKO) mice treated with or without
AdipoRon (50 mg per kg body weight). All values are presented as

mean * s.exm. a, b, d-h, n =10 each; ¢, n = 5 each; *P < 0.05 and **P < 0.01
compared to control or as indicated. NS, not significant.

adipose tissue (WAT) of wild-type mice but not of Adipor1 ~'~ Adipor2 ™'~
double-knockout mice fed a high-fat diet (Fig. 3g). Notably, AdipoRon
reduced TBARS (Fig. 3h) and reduced levels of macrophage markers
such as F4/80 (Emr1), and especially the levels of markers for classically
activated M1 macrophages such as CD11c (Ifgax)**—but not the levels
of markers for the alternatively activated M2 macrophages such as
CD206 (Mrcl)—in the WAT of wild-type mice fed a high-fat diet (Fig. 3g),
whereas these changes were not observed in Adiporl ™'~ Adipor2™'~
double-knockout mice (Fig. 3g, h).

AdipoRon ameliorates diabetes in db/db mice

We next studied the effects of AdipoRon (50 mgkg ™' body weight) in
a genetically obese rodent model (Leprf/f (also known as db/db)
mice); db/db mice fed a normal chow diet exhibit decreased plasma
adiponectin concentrations®'®. As was expected®, intraperitoneal
injection of adiponectin into db/db mice reduced plasma glucose
levels (Fig. 4a, left and right panels). Interestingly, orally administered
AdipoRon also significantly reduced plasma glucose levels as quickly
and potently as did intraperitoneal adiponectin injection in db/db
mice (Fig. 4a, middle and right panels).

Without affecting body weight, food intake, liver weight and WAT
weight (Fig. 4b-e), orally administered AdipoRon for 2 weeks signifi-
cantly ameliorated glucose intolerance, insulin resistance and dysli-
pidaemia in db/db mice fed a normal chow diet (Fig. 4f-i).

In the skeletal muscle of db/db mice fed a normal chow diet,
AdipoRon significantly increased the expression levels of genes involved
in mitochondrial biogenesis functions and DNA content (Fig. 5a, b),
and also Acadm and Sod2 (Fig. 5a), which were associated with decreased
triglyceride content and TBARS (Fig. 5¢, d), respectively. In the liver,
AdipoRon significantly decreased the expression of Ppargcla, Pckl
and Gépc (Fig. 5Se), increased the expression of Ppara and its target
genes (Fig. 5¢). Therefore, Adipron significantly reduced triglyceride
content (Fig. 5f), oxidative stress (Fig. 5g) and reduced the expression
levels of genes encoding pro-inflammatory cytokines (Fig. 5e). In the
WAT, AdipoRon reduced the expression levels of genes encoding
pro-inflammatory cytokines and macrophage markers, especially the
levels of markers for classically activated M1 macrophages, but not the
levels of markers for the alternatively activated M2 macrophages
(Fig. 5h).
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AdipoRon prolonged the shortened lifespan

Notably, Adipor1™'~ Adipor2~'~ double-knockout mice showed a
shortened lifespan as compared with wild-type mice under both normal
chow diet and high-fat diet conditions (Fig. 6a, b). Because a high-fat
diet has been reported to shorten lifespan®, we examined whether
orally administered AdipoR agonists could prolong the shortened life-
span on a high-fat diet. Lifespan of db/db mice on a high-fat diet was
markedly shortened as compared with that on a normal chow diet.
Surprisingly, AdipoRon significantly rescued the shortened lifespan of
db/db mice on a high-fat diet (Fig. 6¢).

The decreased effects of adiponectin in obesity have been reported
to have causal roles in the development of obesity-related diseases
such as diabetes* and cardiovascular diseases®. There are two strat-
egies to reverse reduced adiponectin effects. One is to increase the levels
of adiponectin itself, such as through the injection of adiponectin.
However, there are many difficulties associated with adiponectin injec-
tion, such as very high plasma concentrations of adiponectin and high-
molecular-weight adiponectin multimers as highest activity form*.

An alternative strategy is to activate adiponectin receptors. Both
AdipoR1 and AdipoR2 have roles in the regulation of glucose and lipid
metabolism, inflammation, and oxidative stress in vivo®™. Therefore,
the development of orally active small-molecule agonists for both
AdipoR1 and AdipoR2 has long been sought. Here, we have identified
and characterized an orally active synthetic small molecule that binds
to and activates AdipoR1 and AdipoR2. So far, the top four hits
obtained through the screening campaign have common structural
motifs (Extended Data Fig. 8) (see additional results and discussion
in Supplementary Information).

Vehicle AdipoRon

150 i
100
3
50
0

ARTICLE (ESTNT

Figure 4 | AdipoRon ameliorated
insulin resistance, diabetes and
dyslipidaemia in db/db mice.

a, Plasma glucose levels after
intraperitoneal injection of
adiponectin (30 pg per 10 g body
weight) (left) or after oral
administration of AdipoRon (50 mg
per kg body weight) (middle). The
area under the curve (AUC) of left
and middle panels is shown on the
right. b-i, Body weight (b), food
intake (c), liver weight (d), WAT
weight (e), plasma glucose (£, left,
g), plasma insulin (f, middle) and
insulin resistance index (£, right)
during oral glucose tolerance test
(OGTT) (1.0 g glucose per kg body
weight) (f) or during insulin
tolerance test (ITT) (0.75 U insulin
per kg body weight) (g), plasma
triglyceride (h) and free fatty acid
(FFA) (i) in db/db mice under
normal chow conditions, treated
with or without AdipoRon (50 mg
per kg body weight). All values are
presented as mean * s.em.

a, n = 6-7; b-i, n = 10 each from 2-3
independent experiments, *P << 0.05
and **P < 0.01 compared to control
or as indicated. NS, not significant.

Vehicle AdipoRon

Vehicle AdipoRon

}

Vehicle AdipoRon

One of these small molecules, AdipoRon, binds to both AdipoR1
and AdipoR2 in vitro (Kq 1.8 and 3.1 uM; Ry, 14.6 and 8.6 RU,
respectively), activates AMPK, and increases PGC-14a levels and mito-
chondrial DNA content in myotubes (Fig. 1). When AdipoRon was
administered orally to mice (50 mg per kg body weight), it was confirmed
that the concentrations of AdipoRon in plasma (Cp.y of 11.8 M)
reached levels greater than the Ky values (AdipoR1, 1.8 uM; AdipoR2,
3.1 uM) (Fig. 2a). After the concentration reached the maximum as
shown in Fig. 2a, the effect reached the maximum (Extended Data
Fig. 5n), and the effect lasted for at least 8 h. Orally administered
AdipoRon ameliorated insulin resistance, glucose intolerance and dys-
lipidaemia in mice fed a high-fat diet (Fig. 2d-k). Notably, these beneficial
effects were completely obliterated in Adiporl ™'~ Adipor2™'~ double-
knockout mice (Fig. 2d-k) but partially preserved in Adiporl ™~ or
Adipor2™'" single-knockout mice (Extended Data Fig. 7c-g), indi-
cating that AdipoRon works through both AdipoR1 and AdipoR2
in vivo.

Adiponectin ameliorated insulin resistance and glucose intolerance
via multiple mechanisms including activation of AMPK, decreased
oxidative stress, decreased tissue triglyceride content and suppression
of inflammation'>". AdipoRon exerted multiple effects very similar
to those of adiponectin described above in vivo, and ameliorated insu-
lin resistance and glucose intolerance via AdipoR1 and AdipoR2 in
obese diabetic mice on a high-fat diet (Fig. 3).

In this study, we show that in skeletal muscle of obese diabetic mice
such as wild-type mice on a high-fat diet (Fig. 3) and db/db mice
(Figs 4 and 5), AdipoR1 and AdipoR2 agonists such as AdipoRon
increase mitochondrial biogenesis, which was associated with increased
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Figure 5 | AdipoRon increased mitochondria biogenesis in muscle, reduced
tissue triglyceride content and oxidative stress in muscle and liver, and
decreased inflammation in liver and WAT of db/db mice. a-h, Ppargcla,
Esrra, Tfam, mt-Co2, Tnnil, Acadm and Sod2 mRNA levels (a), and
mitochondrial content as assessed by mitochondrial DNA copy number

(b), tissue triglyceride content (¢) and TBARS (d) in skeletal muscle, Ppargcla,
Pck1, G6pc, Ppara, Acoxl, Uep2, Cat, Tnf and Ccl2 mRNA levels (e), tissue
triglyceride content (f) and TBARS (g) in liver, and Tnf, Il6, Ccl2, Emrl, Itgax
and MrcI mRNA levels (h) in WAT from db/db mice on a normal chow diet,
treated with or without AdipoRon (50 mg per kg body weight). All values are
presented as mean * s.e.m. #1 = 10, *P < 0.05 and **P < 0.01 compared to
control or as indicated. NS, not significant.

a Normal chow d

P=0.38,
Adipor2-
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exercise endurance, and at the same time increase expression levels of
genes involved in fatty-acid combustion, oxidative phosphorylation
and reduction of oxidative stress (Figs 3, 5 and 6d). In liver, AdipoRon
suppresses the expression of genes involved in gluconeogenesis, increases
expression of PPAR-o target genes involved in fatty-acid combustion,
and reduces oxidative stress (Figs 3, 5 and 6d). In WAT, AdipoRon
reduces oxidative stress and pro-inflammatory cytokines, and the
accumulation of M1 macrophages (Figs 3, 5 and 6d). Importantly,
these effects resulted in reduced tissue triglyceride content in liver
and muscle, and oxidative stress in liver, muscle and WAT, and decreased
inflammation in liver and WAT (Figs 3-5 and 6d). These alterations
collectively result in increased insulin sensitivity and glucose tolerance
(Fig. 6d).

Therefore, we could expect AdipoRon to exert most, if not all, of the
effects exerted by adiponectin, such as increased insulin sensitivity
and glucose tolerance, as well as suppression of cardiovascular diseases
and cancer, as previously reported'”*"*. Indeed, AdipoRon did pro-
long the shortened lifespan of obese diabetic mice (Fig. 6a-d).

Taken together, our findings show that the orally active small-
molecule AdipoR agonist AdipoRon shifts the physiology of mice
fed excess calorie towards that of mice fed a standard diet, modulates
known longevity pathways, and improves health and prolongs life-
span. This study provides evidence that an orally available synthetic
small-molecule AdipoR agonist at doses achievable in vivo can safely
reduce many of the unhealthy and undesirable consequences of excess
calorie intake and sedentary lifestyle, with an overall improvement in
health and even lifespan, much like calorie restriction and exercise.
Because virtually all current therapeutic modalities of type 2 diabetes
require stringent adherence to diet and exercise and are associated with
adverse effects such as hypoglycaemia and weight gain, AdipoRon
provides a novel pre-emptive medicine and treatment modality. Orally
active AdipoR agonists are a promising novel therapeutic approach for
treating obesity-related disorders such as type 2 diabetes.
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Figure 6 | AdipoRon increased insulin sensitivity and glucose tolerance,
and at the same time contributed to longevity of obese diabetic mice.

a—c, Kaplan-Meier survival curves for wild-type, Adipor1™'~, Adipor2™~ and
Adiporl"‘ AdiporZ”’ ~ knockout mice on a normal chow diet (a) (n = 50, 32,
29 and 35, respectively) or high-fat diet (b) (n = 47, 33, 35 and 31, respectively),
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or for db/db mice treated with or without AdipoRon (30 mg per kg body weight)
on a normal chow or high-fat diet (n = 20 each) (c). P values were derived from
log-rank calculations. d, Scheme illustrating the mechanisms by which
AdipoR1 and AdipoR2 agonist increases insulin sensitivity and glucose
tolerance, and at the same time lifespan. (See also main text.)
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METHODS SUMMARY

Mice. Mice were 6-10 weeks of age at the time of the experiment. The animal
care and use procedures were approved by the Animal Care Committee of the
University of Tokyo (see additional Methods in Supplementary Information).
Studies with C2C12 cells. Induction of myogenic differentiation was carried out
according to a method described previously*'. By day 5, the cells had differen-
tiated into multinucleated contracting myotubes. C2C12 myotubes were used
after myogenic differentiation in all experiments.

Survival. The wild-type, Adiporl ™™, Adipor2™'~, Adipor1 ™'~ Adipor2™"" knock-
out mice and the db/db mice were maintained with food and water ad libitum. In
these experiments, we used standard chow diet (CE-2, CLEA Japan Inc.) or high-
fat diet 32 (CLEA Japan Inc.)®. For the experiment shown in Fig. 6a, b, wild-type
(n = 50), Adipor1 ™'~ (n = 32), Adipor2™"" (n = 29) and Adipor1 ™'~ Adipor2™'~
(n = 35) knockout mice fed a normal chow diet were used. For the experiment
shown in Fig. 6b, wild-type (n = 47), Adipor1 ™'~ (n = 33), Adipor2™'~ (n = 35)
and Adiporl ™'~ Adipor2™'~ (n = 31) knockout mice on a high-fat diet were used.
For the experiment shown in Fig. 6¢, the db/db mice were randomly divided into
three groups: a normal chow group (normal chow, # = 20), high-fat group (high
fat, n = 20) and high-fat plus AdipoRon group (high fat + AdipoRon, n = 20),
which were treated with AdipoRon at a daily dose of 30 mg kg~ body weight. The
survival rate was recorded daily. Survival curves were plotted using the Kaplan-
Meier method.

Statistical analysis. Results are expressed as mean * s.e.m. Differences between
two groups were assessed using unpaired two-tailed t-tests. Data involving more
than two groups were assessed by analysis of variance (ANOVA).

Online Content Any additional Methods, Extended Data display items and
Source Data are available in the online version of the paper; references unique
to these sections appear only in the online paper.
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myotubes treated for 5 min with 15 pg ml ™" adiponectin or the indicated small-
molecule compounds (10 uM). #, AdipoRon; ##, no. 112254; ###, no. 165073.

Extended Data Figure 1 | Phosphorylation of AMPK in C2C12 myotubes.
Phosphorylation of AMPK normalized to the amount of AMPK in C2C12
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Extended Data Figure 2 | Distribution curves showing Z scores.

a, Distribution curve showing Z scores representing AMPK activity for all
compounds tested in C2C12 myotubes shown in Extended Data Table 1 and
Extended Data Fig. 1. The dashed line indicates the Z score cut-off for

compounds scored as hits, which showed higher activity than 80% of that seen
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with adiponectin. b, Distribution curve showing Z scores representing AdipoR
dependency of AMPK activation for 39 compounds tested in C2C12 myotubes
shown in Extended Data Table 2. Indicated are the location of AdipoRon,
another hit (no. 112254), and non-hit (no. 165073).
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Extended Data Figure 5 | Raw data of Fig. 2 and time course of glucose-
lowering effect of AdipoRon. a-m, Raw data of Fig. 2a (a), Fig. 2d, left

(b, ¢), Fig. 2d, right (d, e), Fig. 2¢, left (£, g), Fig. 2e, right (h, i), Fig. 2g, left
(j, k) and Fig. 2g, right (1, m). n, Time course of glucose-lowering effect of

AdipoRon. Data are calculated from data in Fig. 4a. The glucose-lowering effect
of AdipoRon was obtained by the following equation and expressed as %:
(vehicle plasma glucose — AdipoRon plasma glucose)/vehicle plasma glucose.
All values are presented as mean * s.e.m.
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Extended Data Figure 6 | The effects of compounds 112254 and 165073 on  (ITT) (0.5 U insulin per kg body weight) (£, j), in wild-type and

insulin resistance and glucose intolerance via AdipoR. a, b, Chemical Adipor1™'~ Adipor2™'~ double-knockout mice, treated with or without
structures of compounds 112254 (a) and 165073 (b). c—j, Plasma glucose (cleft, ~compounds 112254 or 165073 (50 mg per kg body weight). All values are

d left, £, g left, h left, j), plasma insulin (c right, d right, g right, h right) and presented as mean * s.e.m. c—f, n = 10 each; g-j, n = 7 each from 2, 3
insulin resistance index (e, i) during oral glucose tolerance test (OGTT) independent experiments, *P < 0.05 and **P < 0.01 compared to control or as
(1.0 g glucose per kg body weight) (¢, d, g, h) or during insulin tolerance test  indicated. NS, not significant.
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Extended Data Figure 7 | The effects of AdipoRon on glucose metabolismin  Plasma glucose (¢, left panels), plasma insulin (c-f, right panels) and insulin
Adipor1™'~, Adipor2™'~ and Adiporl™'~ Adipor2™'™ mice. a, Triglyceride  resistance index (g) during oral glucose tolerance test (OGTT) (1.0 g glucose
content (a) and TBARS (b) in skeletal muscle from wild-type or per kg body weight). All values are presented as mean * s.e.m. a-d, f, n = 10
Adipor1™'~ Adipor2™'~ double-knockout mice treated with or without each; e, n =7 each; g, n = 7-10; *P < 0.05 and **P < 0.01 compared to vehicle
AdipoRon (50 mg per kg body weight). c-g, The effects of AdipoRon on glucose  mice. NS, not significant.

metabolism in Adiporl '~ Adipor2™'~ and Adipor1 ™'~ Adipor2™'" mice.
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