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ABSTRACT

In this study we addressed the questions whether an Atlantic brown algae extract
(BAE) affects diet induced obesity in mice and which would be the primary targets
and underlying key mechanisms.

Male C57 BL/6 mice were fed a hypercaloric diet, referred to as high fat diet
(HFD), supplemented with a freeze-dried aqueous BAE from Saccorhiza polyschides
(5 %) for 8 months. Compared to the control group, dietary BAE supplementation
significantly attenuated increase in body weight and fat mass. We observed apparent
metabolic improvement including normalization of blood glucose, reduced plasma
leptin, reduced fecal bile salt hydrolase activity with lower microbial production of
toxic bile acid metabolites in the gut and increased systemic bile acid circulation in
BAE-fed mice counteracting adverse effects of long term HFD feeding. Survival of mice
receiving dietary BAE supplementation appeared slightly enhanced; however, median
and maximal life spans as well as hepatic mTOR activation were not significantly
different between BAE and control mice.

We suggest that the beneficial metabolic effects of our BAE are at least partly
mediated by alterations in gut microbiota associated with fermentation of indigestible
polysaccharides that are major components of brown algae such as alginates and
fucoidans. We moreover propose a multi-factorial mechanism that involves profound
alterations in bile acid homeostasis, changes in intestinal and systemic glucose
metabolism likely including increased intestinal gluconeogenesis, increased activity
of the intestinally derived hormone GLP-1 contributing to promote systemic insulin
sensitivity, and inhibition of a-amylase activity, which expectably limits dietary
carbohydrate digestion and glucose release.
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INTRODUCTION

The World Health Organization states that in the
past 30 years the worldwide obesity rates have nearly
doubled reaching a critical number of 1.4 billion people
in 2008 emphasizing a serious health problem. The
imbalance between energy expenditure and intake caused
by the sedentary life style and the energy dense diet rich
in saturated fat and sugar is blamed for the pandemic. In
search of prevention strategies, rodent models may provide
valuable information on molecular targets and metabolic
consequences of diet induced obesity. Commonly used
mouse strains such as the C57B1/6 mice exhibit substantial
changes in lipid and glucose metabolism on a hypercaloric
high fat diet (HFD). Compared to a standard low fat
diet, these changes include massive weight gain and fat
deposition in various tissues and organs, reduced insulin
sensitivity as well as adipose tissue and liver inflammation
[1, 2]. Only recently it has been shown that HFD feeding
also significantly alters bile acid homeostasis by reducing
the level of circulating bile acids [3] while increasing the
concentration of bile acids in the intestinal lumen [4],
which are understood as mechanistic components of the
HFD induced pathology. The ad libitum intake of a HFD
in mice and primates is associated with the premature
occurrence of age related cellular senescence and in
general with an accelerated ageing phenotype [5-7].

Populations with a long tradition of dietary use
of seaweed such as in Japan and Korea possess lower
obesity rates compared to people from the United States
and Europe (http://www.worldobesity.org). Similarly, in
mice the supplementation with brown algae extracts leads
to a reduction in body weight, adipose tissue and liver
triglycerides [8-11]. Algae extracts have been reported
to normalize plasma lipids and glucose metabolism, and
induce fatty acid oxidation in liver and skeletal muscle
of HFD fed mice and rats [12-15]. Most of these studies
used ethanolic extracts of Asian brown algae species from
Korea, Japan and Malaysia that were administered via
oral gavage over a relatively short period of time. Others
focused on individual compounds or compound classes,
such as fucoxanthin or phlorotannins, isolated from
seaweed investigating their potential anti-obesogenic,
lipid lowering and anti-diabetic properties in HFD fed
mice [16-19].

Seaweed is generally low in fat but high in dietary
fiber and mineral content [20] with numerous additional
functional ingredients. Compared to other seaweeds,
brown algae species, e.g. Saccorhiza polyschides, possess
lower protein and higher polysaccharides concentrations
[20]. The main polysaccharides in brown algae are
alginates and fucoidans that are predominantly resistant to
mammalian digestion enzymes but to a certain extent may
be fermented by colon bacteria. Alginates are composed
of 1,4-glycosidically linked uronic acid units (mannurate
and gulurunate residues) that solubilized in water form

viscous gels [21]. Fucoidans on the other hand, are
sulfated fucose containing heteropolymers that, in relation
to their chemical structure, have been shown to exhibit
diverse bioactive effects [22, 23]. Fucoidans, alginates and
also phenolic compounds from brown algae have been
shown to decrease carbohydrate and protein digestibility
by inhibition of digestive enzymes, e.g. amylase,
glucosidase, pepsin and pancreatin, and by formation of
insoluble resistant complexes [24]. There is great diversity
among the phenolic compounds present in seaweed with
polymers of phloroglucinol such as phlorotannin and
dieckol attracting most scientific attention. Furthermore,
carotenoids and sterols such as fucoxanthin and fucosterol
as well as other lipids are highly abundant [25]. Since
more than two decades the potential bioactivity of
marine algae has been studied and lately anti-obesogenic
and anti-diabetic effects have become of major interest.
Among the molecular targets of algae extracts and isolated
compounds are genes encoding proteins centrally involved
in cholesterol and lipid synthesis, fatty acid oxidation and
energy metabolism [8, 14, 16, 17]. Despite the knowledge
of their beneficial metabolic effects, it is unclear whether
the described tissues and pathways are primary targets of
algal compounds or whether the metabolic improvement
may be mediated indirectly by other mechanisms.

In the present study C57Bl/6 mice were fed a high
fat and sugar diet supplemented with an aqueous extract
of the Atlantic brown algae Saccorhiza polyschides over
a period of 8 months. Beside phenotypic parameters
including weight gain, body composition, energy intake
and excretion we determined circulating, urinary, fecal and
hepatic bile acids, the regulation of glucose metabolism
and intestinal gene expression. Furthermore, the activation
of age-related signaling pathways and the survival of 18
months old mice supplemented with the brown algae
extract were studied.

RESULTS

Diet induced obesity and related pathologies are
attenuated in BAE supplemented mice

Compared to the control group, supplementation of
the high-fat diet with BAE significantly attenuated body
weight gain (Figure 1A) and accretion of fat mass (Figure
1B). The BAE fed mice appeared leaner and exhibited
lower levels of abdominal adiposity and, in particular, of
visceral fat deposition (Figure 1C). Food intake was higher
in the BAE group, but because the energy density of the
BAE supplemented diet was lower, the daily consumption
of energy was similar between groups (Table 1). Excretion
of fecal dry matter, water and energy was 20, 36 and
17 % higher, respectively, in the BAE supplemented
group, although differences between treatments were not
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significant. Relative fecal energy density and apparent
food digestibility did not differ between groups (Table 1).
Consumption of drinking water was significantly increased
in BAE vs. control mice (29.1 + 2.2 vs. 34.7 £ 2.7 ml/
week) and output of urine followed the trend (7.2 = 1.4 vs.
11.0 £ 1.2 ml/week, p = 0.068). This was most likely due
to the increased sodium content of the BAE compared to
the control diet (7.3 vs. 4.8 g/kg).

In addition, BAE mice showed significant metabolic
improvement with lower leptin (Figure 1D) and higher
adiponectin plasma levels (Supplementary Table 1).
Likewise plasma glucose levels were significantly lower
in BAE fed mice (Figure 1E), while insulin and HOMA
index followed the same numerical trend (Figure 1F).
Plasma total cholesterol, triglycerides and activity of
AST and ALT (transaminases used as indicators of liver
function) were not significantly different between groups
(Supplementary Table 3).
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The addition of BAE into the high-fat diet
significantly reduced the activity of the microbial enzyme
bile salt hydrolase (BSH) and the concentration of
secondary bile acids in feces (Figure 2A, 2B). However,
fecal excretion of primary (Figure 2B) and total bile
acids (10277 £ 429 vs. 9275 + 402 pg/g) did not differ
between the control and BAE mice. As a result, the ratio
of secondary to primary bile acids was 2.2-fold lower for
in the BAE group (Figure 2B). These findings indicate
that the BAE reduced the capacity of the gut microbiota
not only for deconjugation but also for dehydrolyzation
of the steroid moiety of bile salts. The BAE fed mice
exhibited significantly increased total bile acid levels in
systemic plasma and in urine (Figure 2C, 2D); while the
levels in liver were not different (Figures 2E) compared
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Figure 1: The brown algae extract (BAE) reduces body weight gain A. and fat mass B. and improves the metabolic phenotype
C.-F. in mice fed a high fat diet. Abdominal adiposity (C) is illustrated in two images from the micro-computed tomography of mice
representative for the differences between groups. Subcutaneous fat is illustrated in light grey and visceral fat as dark grey area. Fasted
plasma leptin (D) and glucose (E) concentration were significantly lower, while insulin and the HOMA index showed a downward trend in
BAE mice. Data are means + SEM (n = 5 - 8). Statistically significant differences (p < 0.05) are indicated as *.
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Figure 2: Dietary supplementation of a high fat diet with a brown algae extract (BAE) alters microbial metabolism of
bile acids and elevates the concentration of bile acids in systemic circulation of mice. Fecal bile salt hydrolase (BSH) activity
A. as well as concentration of fecal secondary bile acids were significantly reduced in BAE mice, while primary bile acid excretion in feces
was similar compared to control mice B. The concentration of total bile acids in plasma C. and urine D. was significantly higher in BAE
than control mice, but hepatic bile acids were not different E. Urinary bile acid concentration was related to creatinine (Cr) concentration.
In plasma, the ratio of conjugated to unconjugated bile acids was significantly modified with a relative decrease of unconjugated bile acids
and an increase of glycine and taurine conjugation in the BAE group F., G. Furthermore, the ratio of cholic acid (CA) to muricholic (MCA)
and chenodeoxycholic acid (CDCA) tended to be higher, whereas the secondary-to-primary bile acid-ratio was not different in BAE mice
G. Data are means + SEM (n = 6 - 7). Statistically significant differences (p < 0.05) are indicated as *.
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Table 1: Food intake and fecal excretion is increased in high fat diet fed mice supplemented with a brown algae extract

(BAE)
Control BAE
Food intake [g/d] 3.0+0.03 3.1 +0.03*
Energy intake [kJ/d] 62.9+0.6 61.6+0.6
Feces dry weight [g/wk] 1.7+ 0.07 2.0+0.15
Fecal water content [g/wk] 0.28 +£0.02 0.38 +£0.07
Fecal energy [J/wk] 297+ 1.4 347+2.7
Relative fecal energy [J/g] 17.0+0.2 17.0+0.1
Apparent food digestibility [%] 91.0+0.3 90.8 0.4

Mice were placed in metabolic cages for seven days. Daily food intake was recorded and individual fecal droppings were collected and
pooled for later analysis. Data are means + SEM (n = 7 - 8). Statistically significant (p < 0.05) differences are indicated as *.

to the control mice. The plasma profile of bile acids
(Supplementary Figure 1) reveals that all bile acids
including cholic acid (CA), muricholic acid (MCA) and
chenodeoxycholic acid (CDCA) as well as their derivatives
the secondary bile acids deoxycholic acid (DCA),
hyodeoxycholic acid (HDCA), lithocholic acid (LCA)
and ursodeoxycholic acid (UDCA) were increased upon
BAE supplementation. There was however a borderline
significant (p = 0.061) shift towards the cholic acid
pathway indicated by the higher CA/(MCA+CDCA) ratio
present in the BAE group (Figure 2G). More importantly,
BAE mice showed a 50-fold increase in taurine conjugates
plus a 25-fold increase in glycine conjugates along with
a 2-fold decrease in unconjugated bile acids in systemic
circulation (Figure 2G). Collectively, results indicate that
BAE alters drastically bile acid homeostasis by enhancing
enterohepatic circulation via modification of microbial
metabolism and enhancement of intestinal absorption
of total bile acids, but in particular of primary bile acids
conjugated with taurine (Figure 2F), without affecting total
bile acid excretion in feces.

The expression of the majority of genes involved
in post-absorptive bile acid metabolism are not
affected by BAE supplementation

We examined mRNA levels of genes involved in bile
acid uptake and binding, export, synthesis and excretion
in the ileum, liver and kidney after 4 and 12 h of fasting
(Table 2). Because gene expression was very similar for
the two fasting periods, mRNA levels are shown only for
one time point. In BAE mice, genes involved in bile acid
absorption and binding in the ileum were slightly but not
significantly higher expressed compared to the control
mice. This trend is in line with the BAE-induced increase
in circulating bile acids, pointing to enhanced delivery
of bile acids to the distal small intestine followed by
increased reabsorption into the enterohepatic circulation.
Although there was a marginal trend for increased Ntcpl
mRNA in BAE mice (p = 0.057) suggesting a higher
hepatic bile acid clearance from the portal vein, there was

no apparent effect on genes involved in the canalicular
secretion to the biliary duct (Bsep, Abcg8, Abcc?2), export
of bile acids to the circulation (4bcc3, Abcc4) or Fxr
in the liver. Furthermore, the mRNA levels of Cyp7al,
which is the rate limiting enzyme in bile acid synthesis,
were similar between groups; whereas Cyp8b1 (synthesis
of cholic acid) depicted an upward trend under BAE
supplementation (p = 0.088). Genes involved in the renal
excretion of bile acids showed slight induction in the
BAE group with a significant difference in 4bcc2 mRNA
levels compared to the control. These results agree with
the increased renal excretion of the circulating bile acids
in BAE mice.

BAE modulates substrate oxidation and intestinal
expression of genes related to bile acid, glucose
and fatty acid metabolism

Dietary BAE had no effect on energy expenditure
(Supplementary Figure 3), whereas the respiratory
exchange ratio was significantly increased compared
to the control group (Figure 3A) indicating augmented
glucose oxidation especially during the light phase, when
the mice were naturally resting. We then examined mRNA
levels of genes involved in endogenous gluconeogenesis
and found a borderline significant (p = 0.072) induction
of intestinal Gépc mRNA in 12 h fasted BAE mice
(Figure 3B), whereas hepatic and renal G6pc mRNA
levels were either slightly lower or not different compared
to the control mice. Interestingly, the effect of BAE on
intestinal G6pc expression was only observable at 12 but
not at 4 h of fasting (1.32 + 0.33, mean of BAE relative
to the mean of control mice). The other key gene of
endogenous gluconeogenesis, Pckl, was not significantly
regulated at the mRNA level in the intestine (ileum:
1.51 + 0.46; liver: 0.91 £+ 0.09; mean of BAE related to
the mean of control mice, which was set to be 1). Due
to the fact that fasted blood glucose was reduced and
intestinal gluconeogenesis appeared to be increased, we
continued to determine further factors influencing glucose
metabolism. Accordingly, we targeted intestinal glucose
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release by measuring the activity of a-amylase and found
that BAE strongly and dose-dependently inhibits the in
vitro enzyme activity (Figure 3C). Another intestinal
target of BAE could be the intestinal hormone glucagon-
like peptide-1 (GLP-1) that is responsible for amplifying
insulin secretion and blood glucose clearance in response
to nutrient ingestion. GLP-1 is cleaved from its precursor
glucagon (Gcg) by a prohormone convertase (Pcskl) and
rapidly inactivated through degradation by a peptidase
encoded by the gene Dpp4. In 4 h fasted mice (a time
point close to nutrient ingestion) the Gcg and Pcskl were
significantly induced at the mRNA level in BAE mice
(Figure 3D), while Dpp4 was not significantly modified
(1.0 £ 0.1 vs. 1.3+ 0.2 in control vs. BAE mice). After 12
h however, Dpp4 mRNA was reduced in BAE mice (1.0 £
0.3vs.0.4+0.1; p=0.073) suggesting that GLP-1 activity

may have been higher compared to control mice. In view
of the BAE-induced changes in bile acid homeostasis
we measured the mRNA level of the bile acid activated
transcription factor FXR and observed a time dependent
modulation (Figure 3E). Compared to the control, BAE
mice exhibited significantly higher Fxr mRNA levels after
4 h and a significantly lower abundance of after 12 h of
fasting.

Life span and activation of AMPK and mTOR are
not significantly modified by BAE

Since BAE mice showed an improved metabolic
health, we determined the survival of 18 months old mice
that were introduced to the high fat diet in comparison

A B
4.0
Control BAE
O Control I BAE i 002 U u
0.830 p =0.055 g 33
3
0.825- < 9
—_ =
O 0.820 T2
Q o.
2 8 2
8 0.815- 8
= g
« 0810 2 10-
o o
0.805-] & 0.5- -
0.800 E—
Light phase Dark phase  Total Intestine Liver Kidney
C D - = E
Control BAE
25" - O control M BAE
80 - 2 £ 257
* g 20- 8
S 60 - £ £ 20-
= = =
s T 1.5- g
_E Q L 157
£ 40 < =
2 Z 10~ g ..
_E_ € g 1.0
5 20 2 05~ & |
$ ® c|>.y 0.5
& 5
0- 0 T 00
10 50 100 BAE [g/I] Geg Pcsk1 e 12h

Figure 3: Substrate oxidation, intestinal glucose metabolism and genes involved in glucose and bile acid metabolism
are modulated in mice fed a high fat diet supplemented with a brown algae extract (BAE). The respiratory exchange
ratio (RER) representing the substrate used for oxidation is significantly higher in BAE mice indicative of increased glucose oxidation
especially during the light phase A. The mRNA levels of G6pc encoding the catalytic unit of the glucose-6-phosphatase that mainly drives
gluconeogenesis is higher in the intestine, but not affected in the liver and kidney of 12 h fasted BAE mice B. Furthermore, the BAE
dose-dependently inhibits the in vitro activity of a-amylase suggesting an inhibition of carbohydrate digestion and glucose release C.
The intestinal mRNA levels of Gecg and Pcsk! were significantly higher in 4 h fasted BAE mice D., while the expression of Fxr was time
dependently modulated E. Relative mRNA levels were determined by relating the expression of target to housekeeping genes. The mean of
the control group was set to be 1. Data are means + SEM (n =7 - 8, except for C, where n = 2 - 3). Statistically significant differences (p <
0.05) comparing control with BAE mice (except for C, when BAE was compared to water) are indicated as *.
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Table 2: Genes involved in bile acid metabolism in the ileum, liver and kidney are only partly modulated in mice fed a

high fat diet supplemented with brown algae extract (BAE)

Gene | Function mRNA level (BAE)
Ileum
Ashi apical membrane, active absorption of mainly conjugated bile acids 1.48 + 0.38

(enterohepatic circulation/preservation of the bile acid pool)

Fabp6 cytosolic bile acid binding after uptake 1.29+0.14
Liver
Mepl el Skl membrine, P g e om porl dood] 3501
Bsep canalicular export of bile acids to the bile duct 092+0.13
Abcg8 canalicular cholesterol export to the bile duct 1.19+0.15
Abcc?2 canalicular bile acid and xenobiotic export to the bile duct 1.13+0.09
Abcc3 export of bile acids to the circulation 0.99+0.07
Abcc4 export of bile acids to the circulation 0.86+0.13
Fxr bile acid activated transcription factor 0.92 +0.08
Cyp7al rate limiting first step in major bile acid synthesis 1.13+0.28
Cyp8bl rate limiting step in cholic acid synthesis 1.68 £0.32
Cyp7bl alternative bile acid synthesis 1.55+0.43
Kidney
Asbt apical membrane, reabsorption of bile acids from urine 1.18+0.11
Abcc?2 apical membrane, excretion of bile acids to the urine 1.19+0.05*
Abcc4 apical membrane, excretion of bile acids to the urine 1.22+0.24

Relative mRNA levels were determined by relating the expression of target to housekeeping genes. Data are means + SEM (n =6 - 8),
expressed in relation to the mean of control mice. Statistically significant (p < 0.05) differences are indicated as *.

to mice that were additionally supplemented with BAE.
Although statistically not significant, maximal life span of
BAE mice was 13 % higher and the survival curve slightly
shifted rightwards compared to age-matched control
mice (Figure 4A). These results also illustrate the good
tolerance of dietary BAE in the mice. Furthermore, the
analysis of the degree of phosphorylation of key proteins
involved in nutrient sensing in the liver resulted in a non-
significant 1.6-fold induction of the p-AMPK/AMPK and
no apparent change of the p-mTOR/mTOR ratio in BAE
mice (Figure 4B).

DISCUSSION

C57B1/6 mice fed a HFD develop massive obesity
related pathologies including fat deposition in various
organs, altered plasma lipids and impaired insulin
sensitivity. Supplementation with different brown algae
has been shown to improve these HFD related pathologies
[15, 17, 26] and the authors explained such beneficial
effects by potential anti-adipogenic effects referring to
cell culture experiments in which brown algae exhibited
a potent inhibition of adipocyte differentiation [8, 17, 27].
However, it remains questionable whether potentially
bioactive brown algae compounds are able to reach the
circulation and adipose tissue in relevant amounts without
prior hepatic biotransformation. It may be rather likely that
the metabolic benefit from dietary BAE supplementation

is a consequence of primary events occurring in the gut.
Therefore we mainly focused on intestinal processes to
elucidate underlying mechanisms and pathways mediating
the metabolic benefits from the long term diectary
supplementation with our BAE. In addition to confirm
BAE-induced loss of body weight and fat mass as well
as normalization of blood glucose, we uncovered a multi-
factorial mechanism that involves (1) profound alterations
in bile acid homeostasis and signaling in the intestine, (2)
changes in intestinal and systemic glucose metabolism
likely including increased intestinal gluconeogenesis,
(3) supposedly increased GLP-1 via increased Gcg and
Pcskl and reduced Dpp4 expression possibly contributing
to promote systemic insulin sensitivity, and (4) a dose
dependent inhibition of a-amylase activity expectably
limiting carbohydrate digestion and glucose release
in the intestinal lumen. We moreover propose that the
beneficial metabolic effects of our BAE are at least partly
mediated by alterations in gut microbiota associated with
fermentation of indigestible polysaccharides that are
major components of brown algae such as alginates and
fucoidans.

The BAE used in our study contained 12 % fiber,
which enhanced the fiber content of the control diet
from 5.8 to 6.4. The high water binding capacity of algal
fibers, especially alginates, increases the stool volume
and reduces the transit time of the intestinal content likely
explaining the higher fecal mass (fecal dry weight and
water content) observed in the BAE group. Furthermore,
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alginates are known to form a viscous gel that slows
down intestinal glucose and fat absorption and reduces
the postprandial peaks of glucose, insulin, and lipids [28].
Although most algal polysaccharides are soluble, they are
supposed to be poorly fermented by intestinal bacteria with
only few exceptions [29-31]. However, these observations
may be subjected to some limitation since they were made
under in vitro conditions. For instance, mice are known to
exhibit coprophagy that would augment the digestibility
of dietary components and the energy harvest from
rather slowly fermented fibers. Furthermore, it is also
reasonable to expect a certain degree of fermentation in
vivo of brown algal polysaccharides involving alternative

pathways of alginate degradation [30]. These observations
may explain why we did not observe differences in fecal
energy density, suggesting that dietary energy utilization
was similar between groups despite different dietary
fiber concentrations. This result also indicates that fecal
energy losses could be excluded as reason for the lower
body weight and fat mass in BAE mice, but rather point to
other mechanisms such as metabolic signaling triggered
by microbial products of polysaccharide fermentation in
the gut.

Fermentation of undigested polysaccharides in the
large intestine shapes the microbiota profile such that
bacteria that promote leanness of the host are supported
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Figure 4: Brown algae extract (BAE) supplementation showed no significant effect on life span and activation of the
key ageing pathway mTOR, but tended to increase AMPK signaling in the liver of mice fed a high fat diet. Survival of
18 months old mice placed on the high fat diet with half of them receiving dietary BAE supplementation was assessed. The median and
maximal life spans were not significantly different between BAE and control mice A. and likewise no activation of mTOR (p-mTOR/
mTOR) was evident B. However, AMPK tended to be activated in BAE mice determined as the ratio of phosphorylated AMPK (p-AMPK)
to total AMPK. Cropped Western blot images visualizing the respective target bands show representative animals of the groups. Total
protein load per lane was used for target protein band normalization. The relative protein band intensity was densitometrically analyzed for
of all animals of the group, individual ratios calculated and the means + SEM (n = 6 - 7) per group are given in C.
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while the growth of metabolically adverse phyla is
contained. Accordingly, a diet rich in protein or fat
like our HFD shifts the microbiome to a profile that is
correlated with an adverse metabolic phenotype promoting
fat deposition and insulin resistance in the host, which
have been shown to be normalized through the increase
of dietary fibers [32]. In addition, consumption of HFD
increases the flow of bile acids into the intestine to support
fat digestion. In turn, increased concentration of bile
acids in the gut stimulates proliferation of bacteria that
are associated with production of toxic secondary bile
acids, inflammation and obesity [33, 34]. Interestingly,
algal polysaccharides have repeatedly been shown to
increase the abundance of what is considered beneficial
bacteria such as bifidobacteria [28]. In our study, such
changes in microbial composition along with the BAE-
enhanced enteral supply of fiber should have promoted the
production of short chain fatty (SCFA), including acetate,
propionate, and butyrate [35]. SCFA can be used for de
novo synthesis of glucose and lipids, but also appear to
act as metabolic signaling molecules regulating energy
homeostasis through activation of the G-protein coupled
receptors GPR43 and 41 [36-38]. Furthermore, butyrate
and propionate induce intestinal gluconeogenesis, which
has been suggested to pivotally mediate the metabolic
improvement attributed to dietary fibers [39, 40]. SCFA
activate intestinal gluconeogenesis via induction of
gluconeogenic genes such as G6pc and tissue allocation
of energy and gluconeogenic substrates [40]. In contrast to
hepatic gluconeogenesis, which is supposed to contribute
to insulin resistance, glucose newly synthesized by the
intestinal epithelium is released to the portal vein, where
it is sensed by vagal nerves and promotes normalization
of impaired systemic glucose metabolism [39-41]. The
expression of G6pc was increased in the intestine but not
in the liver of BAE mice, indicating a potential increase
of intestinal gluconeogenesis upon BAE supplementation.
Therefore we hypothesize that fermentation of BAE
indigestible polysaccharides and their degradation to
SCFA induced intestinal gluconeogenesis and thereby
contributed to ameliorate the impairment of glucose
metabolism otherwise caused by the feeding of HFD
to mice. Similar results were obtained from fructo-
oligosaccharide supplemented mice, where diet-induced
obesity and related insulin resistance were attenuated in
wild type but not knock-out mice with deletion of the
intestinal G6pc [40].

The metabolic dysfunction associated with obesity
also involves failure in the modulation of substrate
oxidation in response to fasting or feeding. The absence
of switching from fatty acid to glucose oxidation is called
metabolic inflexibility and is believed to be caused by
reduced insulin sensitivity, hepatic liver accumulation
and impairment of hepatic glycolysis [42]. Metabolic
flexibility was also impaired in high fat diet-induced obese
rats and mice [43, 44], but could be restored by feeding

diets enriched in viscous fibers or proteins. Compared
to their obese litter mates, fiber-fed rats showed an
expedited transition from fatty acid to glucose oxidation
during fasting [44]. One possible explanation may be the
induction of intestinal gluconeogenesis that is promoted by
dietary fibers and protein [41]. We have similarly observed
that BAE-fed mice compared to control counterparts show
a significantly higher respiratory exchange ratio indicative
of higher glucose oxidation especially during resting in
the light phase. This result suggests an improvement of
metabolic flexibility in BAE-fed mice similar to rats fed
viscous fiber and emphasize the role that viscous fibers
appear to play in the mechanism underlying the beneficial
effects of BAE.

Further metabolic alterations entailed by HFD
feeding involve changes in bile acid homeostasis, which
include reduction of bile acids in systemic circulation [3,
45] along with increased flow of bile acids into the gut
followed by fecal excretion [33]. In addition, postprandial
bile acid response in the circulation is lower compared
to normal weight controls [46]. Surprisingly, the total
level of circulating bile acids was dramatically increased
in the BAE supplemented group, whereas their fecal
output remained unaltered. Furthermore, BAE selectively
enhanced the proportion of conjugated bile acids while
decreasing the percentage of unconjugated species in
systemic circulation. Similarly, gastric bypass surgery,
one of the most effective interventions against obesity,
is known to enhance the circulating pool of bile acids
dominated by conjugated primary forms [47]. We suppose
that dietary BAE supplementation protects conjugated
primary bile acids and reduces the formation of secondary
ones in the intestine via partial inhibition of both BSH
mediated deamidation and subsequent dehydroxylation.
Furthermore, the BAE-induced decline in BSH activity
also may have prevented bile acid accumulation in the
gut and subsequent fecal excretion, because conjugated
bile acids are absorbed more efficiently than their
unconjugated counterparts [35]. In the human intestine,
BSH activity is primarily contributed by bacteria of
the genera Lactobacillus and Clostridium, whereas the
7a-dehydroxylating capacity is mainly provided by a
small group of bacteria belonging to the Clostridium
cluster XIVa [33]. A growing number of studies link the
intestinal predominance of such bacteria to host adiposity,
inflammation and liver disease [33, 48]. Therefore, the
improvement in the metabolic phenotype of HFD-fed mice
in concert with the decline in intestinal deconjugation and
dehydroxylation of bile acids must be associated with a
remodeling of the gut microbial ecology driven by the
feeding of BAE. Although the role of circulating bile
acids in the fasted state remains to be elucidated, mounting
evidence indicates that they exert beneficial metabolic
functions. In this context, it was shown that dietary bile
acids [49] and activation of the bile acid receptors TGRS
in adipose tissue and FXR in intestine but not in liver [45,
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50, 51] increases secretion of GLP-1, insulin sensitivity,
energy expenditure, UCP1 activity and browning of
white adipose tissue, thereby counteracting obesity. The
supplementation of the HFD with BAE amplified intestinal
but not hepatic FXR expression, suggesting that alterations
in bile acid signaling in the gut played a pivotal role in
mediating its anti-obesity action. In addition, induction
of Gcg and Pcskl and repression of Dpp4 expression
have likely contributed to the expected bile acid-induced
release of GLP-1. Enhanced GLP-1 production and
reduction of Dpp4 may have improved insulin sensitivity
and normalize blood glucose through increased stability of
GLP-1 similar to pharmacological Dpp4 inhibition [52].

Our BAE also contained secondary metabolites
with potential bioactivity such as dieckol, eckol and
other ploroglucinol derivatives, ergosterol, gallic acid
and fucoxanthin (Supplementary Table 1). Especially
the phloroglucinol derivatives (so-called phlorotannins)
and fucoxanthin have been observed to normalize blood
glucose and triglycerides, inhibit adipogenesis, activate
UCP1 and increase energy expenditure in cultured cells
and diet induced obese mice [16, 18, 19, 53-56]. It may
therefore be possible that these algal compounds also
contribute to the beneficial metabolic effects in our BAE
fed mice. However, it is noteworthy that we did not
observe any changes in energy expenditure, expression of
UCP1 in adipose tissue or proteins involved in skeletal
muscle function in BAE compared to control mice
(Supplementary Data). This may be explained by the
concentration and bioavailability of algal bioactives that
were too low and the animal model and experimental setup
that possibly were unsuitable or not sensitive enough to
display changes in thermogenesis and energy expenditure.

We likewise did not observe any significant
differences in median and maximal life span indicating
that ageing and fitness of the mice were not affected. In
line with that the hepatic expression and activation of
mTOR, which has been identified as important ageing
related pathway [57], was similar in the BAE and the
control group. This is an unexpected finding as a metabolic
improvement like the one observed in our BAE mice
could have qualified BAE supplementation as a dietary
intervention that mimics caloric restriction potentially
delaying ageing processes. However, this assumption may
be considered as refuted based on our results. Furthermore,
the energy sensing signaling pathway AMPK has been
suggested a molecular target of brown algal compounds
in the literature [8, 9], yet only tended to be induced
upon BAE supplementation in our mice. Taken together,
we do not find any explicit effects on cellular ageing in
diet induced obese mice supplemented with BAE despite
apparent phenotypic and metabolic improvement.

We hypothesize that the reduced body weight
gain and fat mass as well as the improved glucose
metabolism depicted by mice fed a HFD supplemented
with BAE were mainly driven by the high content of algal

polysaccharides in BAE. On the one hand, they form a
viscous gel in the intestine that appears to inhibit digestive
enzyme activity, slow down absorption and postprandial
peak of carbohydrates and lipids, retard transit time of
digesta, and protect primary bile acids against microbial
metabolism increasing in this manner their delivery to and
absorption from the distal small intestine. On the other
hand, the increased production of SCFA that is expected
from fermentation of BAE polysaccharides in the gut
improves the metabolic phenotype by normalizing blood
glucose, and increasing intestinal gluconeogenesis as well
as metabolic flexibility. Furthermore, through the supply
of fermentable polysaccharides the growth of beneficial
bacteria is likely promoted, shifting the gut microbial
composition to a profile that promotes leanness possibly
via alteration of bile acid metabolism and signaling.

MATERIALS AND METHODS

Animal experiments were performed according
to German and international regulations of animal
welfare. The experimental protocol was approved by
the local authority (Ministry of Energy, Agriculture, the
Environment and Rural Areas, Schleswig-Holstein).
Sixteen male C57BL/6J mice were purchased from
Janvier (Saint Berthevin Cedex, France) at the age of
6-8 weeks. Mice were housed individually in macrolon
cages with environmental enrichment under controlled
climatic conditions (55 % relative humidity, 22-24 °C
and 12 h light/dark cycle). All animals had free access
to drinking water and the experimental diet. The purified
semi-synthetic experimental diet was high in fat and sugar
content (a so-called Western type diet) and was composed
of (%): sucrose, 32.8; butter fat, 21.2; casein, 17.1; maize
starch, 14.5; and cholesterol, 1.25 (Ssniff special diets,
Soest, Germany). For simplicity, the diet will be referred
to as ‘high fat diet’ in the following, despite the fact that
it is actually a high calorie diet. Next to the control group,
there was the supplementation group that received the
identical experimental diet (high fat diet) supplemented
with 5 % of a freeze-dried aqueous extract of the Atlantic
brown algae Saccorhiza polyschides (CRM, Coastal
Research & Management, Kiel, Germany) (BAE). The
major secondary metabolites of BAE are dieckol, eckol,
bieckol, other polyphenols, ergosterol and fucoxanthin
as determined by LC-quadrupole time of flight mass
spectrometer analysis (Supplementary Methods and
Supplementary Table 2). The control and BAE diet
differed in their energy (21 vs. 19.8 MJ/kg) and fiber
(5.8 vs. 6.4 %) content. Fiber content was determined
by a standard analytical method (§ 64 German Food and
Feed Code L00.00-18) as non-enzymatically hydrolysable
polysaccharides.

During the entire feeding period the health
conditions of the mice were controlled daily. Food intake
and body weight were determined daily and weekly,
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respectively. After 32 weeks, 4 h and 12 h fasted mice
were anaesthetized with CO, and killed by cervical
dislocation. Liver, interscapular brown adipose tissue
(BAT) and parts of small intestine (ileum) were removed
and stored at -80 °C until analysis. Additionally, parts of
liver and epididymal visceral adipose tissue (WAT) were
put in RNAlater (Qiagen, Hilden, Germany)™ and kept
at -20 °C until RNA isolation. Blood was collected in
heparinized tubes, and centrifuged (3000g, 4 °C, 10min)
to obtain plasma. Plasma samples were stored at -80 °C
until usage.

Body composition by nuclear magnetic resonance
(NMR) and micro-computed tomography (micro-
CT)

Time domain NMR was used to determine lean and
fat mass in all animals using the benchtop NMR analyzer
Minispec LF90 (Bruker Biospin MRI GmbH, Ettlingen
Germany). This is a rapid non-invasive examination of
whole body fat tissue, lean tissue and free fluid based on
the response to various radiofrequency pulse sequences.
Due to the short time of measurement and the easy
handling, there is no need to anesthetize the mice, allowing
the minimization of stress to the animals. For detection
of abdominal adiposity micro-CT was applied. Four
randomly assigned mice per group were anesthetized with
Ketamine/Xylazine and the abdominal region between
the first and the fifth lumbar vertebra was scanned using
a cone-beam in vivo micro-computed tomography system
(vivaCT 40 Scanner, Scanco Inc., Briittisellen, Suisse).
The scan was performed using the following parameters:
energy settings of the X-ray source 45 kVp and 177 pA,
voxel size 76 pm, integration time 300 ms, 250 projections
per 180°. Visceral and subcutaneous fat volumes were
calculated as described previously [6] using a Canny Edge
detection.

Energy expenditure (EE) by indirect calorimetry

EE of four randomly assigned mice per group was
assessed by indirect calorimetry measuring the volumes
of O, consumption (VO,) and CO, production (VCO,)
using the TSE PhenoMaster (TSE Systems GmbH, Bad
Homburg, Germany). Mice were placed in respiratory
chambers for 48 h (including 24 h of adaptation) with an
air flow of 0.35 1/min and air sampling every 15 min for
02 and CO2 analysis. EE was calculated as follows: EE =
(3.941*VO2 + 1.106*VCO2)*4.1868/1000 and expressed
as kJ/h*kg?”.

Plasma analyses

Plasma concentrations of leptin (R&D Systems,
Abingdon, UK), adiponectin (Abcam, Cambridge, UK)
and insulin (Merck Millipore, Darmstadt, Germany)
were measured using commercially available ELISA
kits. Fasted plasma concentration of glucose was
determined with a colorimetric assay (Cayman, Ann
Arbor, USA) using enzymatic oxidation of glucose to
d-gluconolactone by FAD-dependent reduction of glucose
oxidase and subsequent production of hydrogen peroxide.
Total triglycerides and cholesterol were measured
with commercially available enzymatic activity based
colorimetric assays (Fluitest®, Analyticon, Lichtenfels,
Germany) according to the manufacturer’s protocol.
Activity of the hepatic transaminases ALT and AST in
the plasma were determined with commercially available
colorimetric assay kits (Sigma-Aldrich, Steinheim,
Germany) and performed according to the manufacturer’s
instruction.

Fecal and urinary sample collection and analyses

For fecal and urine sample collection, the mice
were placed in metabolic cages over a period of one
week. Feces and urine were collected daily, pooled over
the week and stored at -40 °C until analyses. Food intake
was recorded daily. Fecal samples were dried for 48 h at
103 °C and grounded. Fecal caloric value was determined
with a bomb calorimeter (C 7000, cooler C7002, oxygen
filling station C48, IKA®-Werke GmbH & Co. KG,
Staufen, Germany) and apparent food digestibility was
calculated as (total energy intake - fecal energy excretion)/
total energy intake*100. Fecal bile acid hydrolase (BSH)
activity is a measure of the intestinal capacity for bile
acid deconjugation and was determined as previously
described [48] with minor modifications. In brief, total
protein was isolated from fecal samples, incubated at a
concentration of 100 pug/ml with the substrate TCA-d5
sodium salt and BSH activity calculated as ug released
CA/mg protein*min.

Bile acid analysis

The concentration of bile acids in plasma and liver
was analyzed by UHPLC-MS/MS. The system consisted
of an UPLC-H class (Waters, UK) coupled to a Xevo
TQ-S triple quadruple mass spectrometer (Waters, UK).
Electrospray ionization was performed in the negative
ionization mode. Chromatographic separation was
performed on a BEH C18 column (2.1x100 mm, 1.7
pum). The mobile phase consisted of water containing 0.1
% formic acid and 5 mM ammonium acetate (Eluent A)
and acetonitrile (Eluent B). Analytes were separated by
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a gradient elution. The injection volume was 5 pL and
the column was maintained at 40 °C. Detection of the
bile acids and their glycine and taurine conjugates was
performed in the selected reaction monitoring mode. All
standards as well as the deuterated internal standards
substance (d4-CA, d4-GCA, and d4-GCDCA) were
purchased from Sigma-Aldrich (Taufkirchen, Germany)
and Steraloids (Newport, USA). The taurine conjugated
o-MCA and B-MCA were confirmed by standards but
not separated on UPLC column and hence regarded as
T-MCA. The standards for glycine conjugated a-MCA and
B-MCA were commercially not available and postulated
from m/z, retention time and fragmentation as G-MCA.
The concentration of bile acids in urine and feces samples
was analyzed by UHPLC-MS. In this case, the system
consisted of an UPLC-H I-Class (Waters, UK) coupled
to a Xevo-G2 QTof mass spectrometer (Waters, UK).
Electrospray ionization was performed in the negative
ionization mode. Chromatographic separation was
performed on a BEH C18 column (2.1 x 100 mm, 1.7
um). The mobile phase consisted of water (Eluent A) and
acetonitrile (Eluent B) both containing 0.1 % formic acid.
Analytes were separated by a linear gradient elution. The
injection volume was 2 pL and the column was maintained
at 40 °C. Detection of the bile acids and their glycine and
taurine conjugates was performed by exact mass (+/-
0.01 Da). All standards as well as the deuterated internal
standard substance (d4-CDCA) were purchased from
Steraloids (Newport, USA).

RNA isolation and qRT-PCR

Total hepatic RNA was isolated from tissue
stored in RNAlater using the Qiagen RNAeasy Mini
Kit (Qiagen, Hilden, Germany). Total RNA from
mouse brown adipose tissue was isolated according
to manufacturer’s instructions, using the PARIS™ kit
(Ambion, Kassel, Germany) for parallel isolation of
RNA and proteins. Isolation of total RNA from the
small intestine was performed with peqGOLD TriFast™
(PEQLAB Biotechnologie GmbH, Erlangen, Germany)
following manufacturer’s instructions. RT-PCR primers
(Supplementary Table 3) were designed using PRIMER
v. 3 input software (v. 0.4.0) or taken from http://pga.mgh.
harvard.edu/primerbank/, respectively). Gene expression
levels in liver and brown adipose tissues were determined
by one-step quantitative reverse transcriptase PCR was
performed using the SensiFAST™ SYBR® No-ROX
One-Step Kit (Bioline, Luckenwalde, Germany) with
SybrGreen detection using a Rotorgene 6000 cycler
(Corbett Life Science, Sydney, Australia). Intestinal gene
expression levels were also assessed by two-step real-
time PCR. Following reverse transcription (Tetro cDNA
Synthesis Kit, Bioline, Luckenwalde, Germany) in a
thermocycler (Biometra, Gottingen, Germany), cDNA
was applied to real-time PCR using SensiFAST™ SYBR®

No-ROX Kit (Bioline, Luckenwalde, Germany) in the
Rotorgene 6000 cycler. All qRT-PCR data are expressed
as relative mRNA levels by dividing individual target gene
expression to individual housekeeping gene expression
and subsequently relating the individual results of the
BAE group to the mean of the control group.

Western blot analysis

Tissue whole cell protein lysates were prepared with
RIPA buffer and the Western blot analysis was performed
as previously described in detail [6]. In brief, proteins were
separated by SDS-PAGE and transferred onto a PVDF
membrane. Target proteins were identified using specific
primary antibodies [6, 58] and corresponding secondary
antibodies (Abcam, Cambridge, UK). Protein bands were
visualized with ECL reagents (Fisher Scientific, Schwerte,
Germany) in a ChemiDoc XRS system (BioRad, Munich,
Germany). Target protein expression was related to the
total protein load per lane, which was assessed by UV
induced reaction of the trihalo compounds of Criterion™
TGX Stain-Free™ Precast Gels (BioRad, Munich,
Germany) with tryptophane residues of the loaded protein
measured as PVDF membrane fluorescence after the
transfer of protein from gel to membrane. Afterwards, the
ratio of phosphorylated to total target protein (AMPK,
mTOR) was calculated for individual animals prior to
group mean calculation.

Life span

For the evaluation of BAE effects on the life span
of our mice, 44 male C57BL/6J mice were purchased
from Janvier at the age of 18 months. After two weeks of
acclimatization on the experimental control diet, the mice
were ranked according to their body weight and assigned
to either the control or the BAE group paired by body
weight means. The animals had free access to the diet
and drinking water. The health conditions were controlled
daily, food intake and body weight were determined
weekly. Mice that suffered from obvious health limitations
(e.g. apparent weight loss, sudden and prolonged lethargy,
tumours) other than normal during the aging process were
excluded. Remaining animals were kept until they died
from natural causes.

Statistical analysis

Statistical analyses comparing the control and BAE
group were performed using SPSS version 19.0 software
(SPSS Inc.). Kolmogorov-Smirnov and Shapiro-Wilk
tests were used to test the data for normal distribution.
Data following a Gaussian distribution were analyzed by
Student’s t-test. In the case of a non-Gaussian distribution,
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a Mann-Whitney U-test was performed. Results are
expressed as means and SEM, and differences were
considered significant when the p value was < 0.05 and
borderline significant at p < 0.1. Kaplan-Meier survival
curves were generated with a subsequent log-rank test to
compare survival curves of the two groups.

Abbreviations

BAE, brown algae extract; BAT, brown adipose
tissue; BSH, bile salt hydrolase; CA, cholic acid; CDCA,
chenodeoxycholic acid; Cr, creatinine; DCA, deoxycholic
acid; EE, energy expenditure; HDCA, hyodeoxycholic
acid; HFD, high fat diet; LCA, lithocholic acid; MCA,
muricholic acid; micro-CT, micro-computed tomography;
NMR, nuclear magnetic resonance; RER, respiratory
exchange ratio; SCFA, short chain fatty acids; UDCA,
ursodeoxycholic acid; WAT, white adipose tissue

Author contributions

P.H. supervised and performed research and wrote
the paper. S.N. performed research and wrote the paper.
A.S. performed research. D.H. provided analytical data
(bile acid analysis). G.C. provided analytical data (micro-
CT analysis). C.C.G. provided analytical data (micro-CT
analysis). A.Z. provided analytical data (bomb calorimetry
of feces). T.D. provided analytical data (LC-MS analysis
of the BAE). K.S. provided analytical data (LC-MS
analysis of the BAE). C.C.M. supervised research. T.R.
designed and supervised research. G.S. advised on the
experimental protocol of the mouse study and provided the
animal care facility. I.I. provided analytical data (bile acid
analysis, BSH activity), wrote and revised the paper. G.R.
designed and supervised research and revised the paper.

ACKNOWLEDGMENTS

The BAE was developed by M. Zenthofer and L.
Piker from CRM, Coastal Research & Management, Kiel,
Germany, on the basis of “The Plant Extract Collection
Kiel in Schleswig-Holstein (PECKISH) - an Open Access
Screening Library” (doi:10.5539/jfr.v2n4p101) kindly
provided by Prof. Dr. F. Déring (coordinator of the BMBF
project “Vision Epifood”). We thank Eschke, A. Zahnow
and M. Herwig for animal care and A. Schmidt for the
analysis of the fecal energy content.

CONFLICTS OF INTEREST

The authors declare no conflicts of interest.

FUNDING

This work has been developed within the project
“Vision Epifood” funded by the BMBF. SN was a member
of the International Leibniz Graduate School on Functional
Diversity in Farm Animals (DivA). We acknowledge
financial support by Land Schleswig-Holstein within the
funding programme “Open Access Publikationsfonds”.

REFERENCES

1. Montgomery MK, Hallahan NL, Brown SH, Liu M,
Mitchell TW, Cooney GJ, Turner N. Mouse strain-
dependent variation in obesity and glucose homeostasis in
response to high-fat feeding. Diabetologia. 2013; 56: 1129-
1139.

2. Fengler VH, Macheiner T, Kessler SM, Czepukojc B,
Gemperlein K, Muller R, Kiemer AK, Magnes C, Haybaeck
J, Lackner C, Sargsyan K. Susceptibility of Different Mouse
Wild Type Strains to Develop Diet-Induced NAFLD/
AFLD-Associated Liver Disease. PLoS One. 2016; 11:
e0155163.

3. Sansbury BE, Bhatnagar A, Hill BG. Impact of nutrient
excess and endothelial nitric oxide synthase on the plasma
metabolite profile in mice. Front Physiol. 2014; 5: 453.

4. Stenman LK, Holma R, Korpela R. High-fat-induced
intestinal permeability dysfunction associated with altered
fecal bile acids. World J Gastroenterol. 2012; 18: 923-929.

5. Huebbe P, Schloesser A, Rimbach G. A nutritional
perspective on cellular rejuvenation. Oncotarget. 2015; 6:
13846-13847. https://doi.org/10.18632/oncotarget.4326.

6. Schloesser A, Campbell G, Gluer CC, Rimbach G, Huebbe
P. Restriction on an energy-dense diet improves markers
of metabolic health and cellular aging in mice through
decreasing hepatic mTOR activity. Rejuvenation Res. 2015;
18:30-39.

7. Colman RJ, Anderson RM, Johnson SC, Kastman
EK, Kosmatka KJ, Beasley TM, Allison DB, Cruzen
C, Simmons HA, Kemnitz JW, Weindruch R. Caloric
restriction delays disease onset and mortality in rhesus
monkeys. Science. 2009; 325: 201-204.

8. Kang SI, Shin HS, Kim HM, Yoon SA, Kang SW, Kim
JH, Ko HC, Kim SJ. Petalonia binghamiae extract and its
constituent fucoxanthin ameliorate high-fat diet-induced
obesity by activating AMP-activated protein kinase. J Agric
Food Chem. 2012; 60: 3389-3395.

9. Eo H, Jeon YJ, Lee M, Lim Y. Brown Alga Ecklonia
cava polyphenol extract ameliorates hepatic lipogenesis,
oxidative stress, and inflammation by activation of AMPK
and SIRT1 in high-fat diet-induced obese mice. J Agric
Food Chem. 2015; 63: 349-359.

Terpend K, Bisson JF, Le Gall C, Linares E. Effects of ID-
alG on weight management and body fat mass in high-fat-
fed rats. Phytother Res. 2012; 26: 727-733.

10.

www.impactjournals.com/oncotarget

73513

Oncotarget



11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

Miyata M, Koyama T, Kamitani T, Toda T, Yazawa K.
Anti-obesity effect on rodents of the traditional Japanese
food, tororokombu, shaved Laminaria. Biosci Biotechnol
Biochem. 2009; 73: 2326-2328.

Motshakeri M, Ebrahimi M, Goh YM, Matanjun
P, Mohamed §S. Sargassum polycystum reduces
hyperglycaemia, dyslipidaemia and oxidative stress via
increasing insulin sensitivity in a rat model of type 2
diabetes. J Sci Food Agric. 2013; 93: 1772-1778.

OhJ, Lee H, Lim H, Woo S, Shin SS, Yoon M. The herbal
composition GGEx18 from Laminaria japonica, Rheum
palmatum, and Ephedra sinica inhibits visceral obesity and
insulin resistance by upregulating visceral adipose genes
involved in fatty acid oxidation. Pharm Biol. 2015; 53: 301-
312.

Shin SS, Park D, Lee HY, Hong Y, Choi J, Oh J, Lee H,
Lee HR, Kim MR, Shen ZB, Cui HH, Yoon M. The herbal
composition GGEx18 from Laminaria japonica, Rheum
palmatum, and Ephedra sinica reduces obesity via skeletal
muscle AMPK and PPARalpha. Pharm Biol. 2012; 50: 506-
S15.

Park HJ, Lee MK, Park YB, Shin YC, Choi MS. Beneficial
effects of Undaria pinnatifida ethanol extract on diet-
induced-insulin resistance in C57BL/6J mice. Food Chem
Toxicol. 2011; 49: 727-733.

Woo MN, Jeon SM, Kim HJ, Lee MK, Shin SK, Shin YC,
Park YB, Choi MS. Fucoxanthin supplementation improves
plasma and hepatic lipid metabolism and blood glucose
concentration in high-fat fed C57BL/6N mice. Chem Biol
Interact. 2010; 186: 316-322.

Yeo AR, Lee J, Tae IH, Park SR, Cho YH, Lee BH, Shin
HC, Kim SH, Yoo YC. Anti-hyperlipidemic Effect of
Polyphenol Extract (Seapolynol()) and Dieckol Isolated
from Ecklonia cava in in vivo and in vitro Models. Prev
Nutr Food Sci. 2012; 17: 1-7.

Maeda H, Hosokawa M, Sashima T, Murakami-Funayama
K, Miyashita K. Anti-obesity and anti-diabetic effects of
fucoxanthin on diet-induced obesity conditions in a murine
model. Mol Med Rep. 2009; 2: 897-902.

Woo MN, Jeon SM, Shin YC, Lee MK, Kang MA, Choi
MS. Anti-obese property of fucoxanthin is partly mediated
by altering lipid-regulating enzymes and uncoupling
proteins of visceral adipose tissue in mice. Mol Nutr Food
Res. 2009; 53: 1603-1611.

Rodrigues D, Freitas AC, Pereira L, Rocha-Santos TA,
Vasconcelos MW, Roriz M, Rodriguez-Alcala LM, Gomes
AM, Duarte AC. Chemical composition of red, brown and
green macroalgae from Buarcos bay in Central West Coast
of Portugal. Food Chem. 2015; 183: 197-207.

Seal CJ, Mathers JC. Comparative gastrointestinal and
plasma cholesterol responses of rats fed on cholesterol-free
diets supplemented with guar gum and sodium alginate. Br
J Nutr. 2001; 85: 317-324.

Lean QY, Eri RD, Fitton JH, Patel RP, Gueven N. Fucoidan

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

Extracts Ameliorate Acute Colitis. PLoS One. 2015; 10:
e0128453.

Senthilkumar K, Kim SK. Anticancer effects of fucoidan.
Adv Food Nutr Res. 2014; 72: 195-213.

Chater PI, Wilcox MD, Houghton D, Pearson JP. The
role of seaweed bioactives in the control of digestion:
implications for obesity treatments. Food Funct. 2015; 6:
3420-3427.

Balboa EM, Conde E, Moure A, Falque E, Dominguez
H. In vitro antioxidant properties of crude extracts and
compounds from brown algae. Food Chem. 2013; 138:
1764-1785.

Shirosaki M, Koyama T. Laminaria japonica as a food for
the prevention of obesity and diabetes. Adv Food Nutr Res.
2011; 64: 199-212.

Kang SI, Kim MH, Shin HS, Kim HM, Hong YS, Park
JG, Ko HC, Lee NH, Chung WS, Kim SJ. A water-soluble
extract of Petalonia binghamiae inhibits the expression of
adipogenic regulators in 3T3-L1 preadipocytes and reduces
adiposity and weight gain in rats fed a high-fat diet. ] Nutr
Biochem. 2010; 21: 1251-1257.

de Jesus Raposo MF, de Morais AM, de Morais RM.
Emergent sources of prebiotics: seaweeds and microalgae.
Mar Drugs. 2016; 14.

Salyers AA, Vercellotti JR, West SE, Wilkins TD.
Fermentation of mucin and plant polysaccharides by
strains of Bacteroides from the human colon. Appl Environ
Microbiol. 1977; 33: 319-322.

Michel C, Lahaye M, Bonnet C, Mabeau S, Barry JL. In
vitro fermentation by human faecal bacteria of total and
purified dietary fibres from brown seaweeds. Br J Nutr.
1996; 75: 263-280.

Goni I, Gudiel-Urbano M, Bravo L, Saura-Calixto F.
Dietary modulation of bacterial fermentative capacity by
edible seaweeds in rats. J Agric Food Chem. 2001; 49:
2663-2668.

Koh A, De Vadder F, Kovatcheva-Datchary P, Backhed F.
From Dietary Fiber to Host Physiology: Short-Chain Fatty
Acids as Key Bacterial Metabolites. Cell. 2016; 165: 1332-
1345.

Ridlon JM, Kang DJ, Hylemon PB, Bajaj JS. Bile acids and
the gut microbiome. Curr Opin Gastroenterol. 2014; 30:
332-338.

Woting A, Blaut M. The Intestinal Microbiota in Metabolic
Disease. Nutrients. 2016; 8: 202.

Dawson PA, Karpen SJ. Intestinal transport and metabolism
of bile acids. J Lipid Res. 2015; 56: 1085-1099.

Nilsson NE, Kotarsky K, Owman C, Olde B. Identification
of a free fatty acid receptor, FFA2R, expressed on
leukocytes and activated by short-chain fatty acids.
Biochem Biophys Res Commun. 2003; 303: 1047-1052.

Brown AJ, Goldsworthy SM, Barnes AA, Eilert MM,
Tcheang L, Daniels D, Muir Al, Wigglesworth MJ,
Kinghorn I, Fraser NJ, Pike NB, Strum JC, Steplewski KM

WWW

.impactjournals.com/oncotarget

73514

Oncotarget



38.

39.

40.

41.

42.

43.

44,

45.

46.

47.

48.

et al. The Orphan G protein-coupled receptors GPR41 and
GPR43 are activated by propionate and other short chain
carboxylic acids. J Biol Chem. 2003; 278: 11312-11319.

Kimura I, Inoue D, Hirano K, Tsujimoto G. The SCFA
Receptor GPR43 and Energy Metabolism. Front Endocrinol
(Lausanne). 2014; 5: 85.

Delaere F, Duchampt A, Mounien L, Seyer P, Duraffourd
C, Zitoun C, Thorens B, Mithieux G. The role of sodium-
coupled glucose co-transporter 3 in the satiety effect of
portal glucose sensing. Mol Metab. 2012; 2: 47-53.

De Vadder F, Kovatcheva-Datchary P, Goncalves D,
Vinera J, Zitoun C, Duchampt A, Backhed F, Mithicux
G. Microbiota-generated metabolites promote metabolic
benefits via gut-brain neural circuits. Cell. 2014; 156: 84-
96.

Mithieux G, Gautier-Stein A. Intestinal glucose metabolism
revisited. Diabetes Res Clin Pract. 2014; 105: 295-301.

Kelley DE, Mandarino LJ. Fuel selection in human skeletal
muscle in insulin resistance: a reexamination. Diabetes.
2000; 49: 677-683.

McAllan L, Keane D, Schellekens H, Roche HM, Korpela
R, Cryan JF, Nilaweera KN. Whey protein isolate
counteracts the effects of a high-fat diet on energy intake
and hypothalamic and adipose tissue expression of energy
balance-related genes. Br J Nutr. 2013; 110: 2114-2126.

Brockman DA, Chen X, Gallaher DD. High-viscosity
dietary fibers reduce adiposity and decrease hepatic
steatosis in rats fed a high-fat diet. J Nutr. 2014; 144: 1415-
1422.

Pierre JF, Martinez KB, Ye H, Nadimpalli A, Morton TC,
Yang J, Wang Q, Patno N, Chang EB, Yin DP. Activation
of Bile Acids Signaling Improves Metabolic Phenotypes in
High-Fat Diet-Induced Obese (DIO) Mice. Am J Physiol
Gastrointest Liver Physiol. 2016; 311:G286-304.
Glicksman C, Pournaras DJ, Wright M, Roberts R, Mahon
D, Welbourn R, Sherwood R, Alaghband-Zadeh J, le Roux
CW. Postprandial plasma bile acid responses in normal
weight and obese subjects. Ann Clin Biochem. 2010; 47:
482-484.

Ahmad NN, Pfalzer A, Kaplan LM. Roux-en-Y gastric
bypass normalizes the blunted postprandial bile acid
excursion associated with obesity. Int J Obes. 2013; 37:
1553-1559.

Li F, Jiang C, Krausz KW, Li Y, Albert I, Hao H, Fabre
KM, Mitchell JB, Patterson AD, Gonzalez FJ. Microbiome
remodelling leads to inhibition of intestinal farnesoid X
receptor signalling and decreased obesity. Nat Commun.

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

2013; 4: 2384.
Zietak M, Kozak LP. Bile acids induce uncoupling
protein 1-dependent thermogenesis and stimulate energy

expenditure at thermoneutrality in mice. Am J Physiol
Endocrinol Metab. 2016; 310: E346-354.

Watanabe M, Houten SM, Mataki C, Christoffolete MA,
Kim BW, Sato H, Messaddeq N, Harney JW, Ezaki O,
Kodama T, Schoonjans K, Bianco AC, Auwerx J. Bile
acids induce energy expenditure by promoting intracellular
thyroid hormone activation. Nature. 2006; 439: 484-489.
Fang S, Suh JM, Reilly SM, Yu E, Osborn O, Lackey D,
Yoshihara E, Perino A, Jacinto S, Lukasheva Y, Atkins AR,
Khvat A, Schnabl B et al. Intestinal FXR agonism promotes
adipose tissue browning and reduces obesity and insulin
resistance. Nat Med. 2015; 21: 159-165.

Rohrborn D, Wronkowitz N, Eckel J. DPP4 in Diabetes.
Front Immunol. 2015; 6: 386.

Kang MC, Wijesinghe WA, Lee SH, Kang SM, Ko SC,
Yang X, Kang N, Jeon BT, Kim J, Lee DH, Jeon Y]J.
Dieckol isolated from brown seaweed Ecklonia cava
attenuates type II diabetes in db/db mouse model. Food
Chem Toxicol. 2013; 53: 294-298.

Choi HS, Jeon HJ, Lee OH, Lee BY. Dieckol, a
major phlorotannin in Ecklonia cava, suppresses lipid
accumulation in the adipocytes of high-fat diet-fed zebrafish
and mice: inhibition of early adipogenesis via cell-cycle
arrest and AMPKalpha activation. Mol Nutr Food Res.
2015; 59: 1458-1471.

Karadeniz F, Ahn BN, Kim JA, Seo Y, Jang MS,
Nam KH, Kim M, Lee SH, Kong CS. Phlorotannins
suppress adipogenesis in pre-adipocytes while enhancing
osteoblastogenesis in pre-osteoblasts. Arch Pharm Res.
2015; 38:2172-2182.

Jung HA, Jung HJ, Jeong HY, Kwon HJ, Ali MY, Choi
JS. Phlorotannins isolated from the edible brown alga
Ecklonia stolonifera exert anti-adipogenic activity on
3T3-L1 adipocytes by downregulating C/EBPalpha and
PPARgamma. Fitoterapia. 2014; 92: 260-269.
Blagosklonny MV. Aging and immortality: quasi-
programmed senescence and its pharmacologic inhibition.
Cell Cycle. 2006; 5: 2087-2102.

Huebbe P, Dose J, Schloesser A, Campbell G, Gluer CC,
Gupta Y, Ibrahim S, Minihane AM, Baines JF, Nebel A,
Rimbach G. Apolipoprotein E (APOE) genotype regulates
body weight and fatty acid utilization-Studies in gene-
targeted replacement mice. Mol Nutr Food Res. 2015; 59:
334-343.

www.impactjournals.com/oncotarget

73515

Oncotarget



