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ergy metabolism and
mitochondrial biogenesis by a novel proteoglycan
from Ganoderma lucidum

Zhou Yang,a Zeng Zhang,b Juan Zhao,a Yanming He,b Hongjie Yang*b

and Ping Zhou *a

In this studywe first focused on the effects of a novel proteoglycan extracted fromGanoderma lucidum (FYGL)

on mitochondrial biogenesis, because mitochondrial dysfunction is highly related to insulin resistance. We

found that FYGL can decrease ROS levels and increase ATP content in rat skeletal muscle L6 cells. In PGC-

1a silent cells, FYGL increased expression of PGC-1a and positively modulated the Sirt1/PGC-1a pathway.

Moreover, FYGL orally administered up-regulated the mitochondrial DNA (mtDNA) copy number and the

related gene expressions that control mitochondrial biogenesis in ob/ob mice. Our work well elucidated

the mechanism of FYGL ameliorating insulin resistance in the aspect of energy metabolism.
1 Introduction

The mitochondrion is an important intracellular organelle and
mediates a series of biochemical reactions from energy
production to apoptosis.1 Mitochondria control the oxidative
respiratory chain and produce reactive oxygen species (ROS),
whereas excessive ROS will impair mitochondrial DNA (mtDNA)
and cause intracellular reaction dysfunction.1 It is notable that
mitochondria play an important role in controlling type 2 dia-
betes mellitus (T2DM) by regulating the energy balance. It has
been a hot topic recently to reveal the relationship between
mitochondrial function and insulin resistance.2,3 Insulin resis-
tance in T2DM usually accompanies mitochondrial dysfunction
including reduction of oxidative phosphorylation activity.4 In
turn, mitochondrial dysfunction also promotes insulin resis-
tance and produces more ROS.4 ROS induces inactivation of
insulin signaling pathway, and is considered as one of the
major factors in the development of T2DM.5 In addition,
mitochondrial density and volume are decreased in T2DM
patients, which are associated with down-regulation of the
peroxisome proliferator-activated receptor-g coactivator-1a
(PGC-1a) expression and the adenosine-triphosphate (ATP)
content.6–9

Mitochondrial biogenesis is highly correlated with PGC-1a,
which is praised as the master regulator of mitochondrial
biogenesis and energy expenditure.10 Dysfunction in
gineering of Polymers, Department of

Shanghai 200433, P. R. China. E-mail:

4038; Tel: (+86)-21-31244038

Chinese and Western Medicine, Shanghai

, Shanghai 200437, P. R. China. E-mail:

hemistry 2019
mitochondrial energy metabolism decreases ATP production
and generates more ROS, while intracellular PGC-1a can
detoxify ROS via mediating ROS detoxifying enzymes.11 As one
of the mammalian homology of yeast silent information regu-
lator 2 (Sir2), sirtuin 1 (Sirt1) can mediate energy metabolism,
and has been an attractive drug target in recent years.10 Sirt1 is
an upstream effector of PGC-1a and activates PGC-1a through
deacetylation. It is reported that activation of Sirt1 will
ameliorate insulin resistance in mammalian peripheral
tissues,12 and overexpression of Sirt1 in skeletal muscle tissues
can reduce ROS and improve insulin sensitivity.13

Our previous work reported that a novel protein tyrosine
phosphate 1B (PTP1B) inhibitor extracted from Ganoderma
lucidum, named FYGL, can regulate insulin signaling pathway
and promote the activation of adenosine 50-monophosphate
activated protein kinase (AMPK) in skeletal muscle tissues of
ob/ob mice.14,15 Therefore, we rst focused on mitochondrial
biogenesis regulated by FYGL in the present study. We found
that FYGL recovered the mtDNA copy number to normal level in
skeletal muscle tissues of ob/ob mice, and positively mediated
Sirt1/PGC-1a pathway and ameliorated mitochondrial
dysfunction caused by insulin resistance via decreasing ROS
level, and increasing ATP production in L6 cells. Our work
revealed that FYGL ameliorated insulin resistance through
positive modulation of mitochondrial biogenesis from the point
of energy metabolism in vivo.
2 Materials and methods
2.1 Materials

FYGLwas extracted from Ganoderma lucidum in our laboratory.14

Dulbecco's modied Eagle's medium (DMEM), fetal bovine
serum (FBS) were purchased from Gibco Co. Ltd. (USA). 20,70-
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Dichlorodihydrouorescein diacetate (DCFH-DA) and genomic
DNA kit were purchased from Sigma Co. Ltd. (Shanghai, China).
BCA (bicinchoninic acid) kit, PBS, penicillin and streptomycin
were acquired from Sangon Co. Ltd. (Shanghai, China). 2.5%
glutaraldehyde, trizol and SYBR Green I were provided by Yea-
sen Co. Ltd. (Shanghai, China). RIPA lysis buffer and ATP assay
kit were bought from Beyotime Co. Ltd. (Shanghai, China). L6
cells were provided by JRDUN Co. Ltd. (Shanghai, China).
2.2 Animal trial

All animal procedures were performed in accordance with the
Guidelines for Care and Use of Laboratory Animals of Fudan
University and approved by the Animal Ethics Committee of
Medical College. 10 male eight-week-old wild type (WT) C57BL/
6J mice and 50 male eight-week-old obese C57BL/6J (ob/ob)
mice were obtained from Chinese Academy of Sciences
Shanghai Institute of Materia Medica. All mice were housed at
22 � 2 �C and 45–75% relative humidity with a 12 h light/dark
cycle. 50 ob/ob mice were randomly divided into 5 groups with
10 mice in each group, model, given FYGL (150, 300, 400 mg
kg�1) and metformin (250 mg kg�1) once a day, respectively. All
mice were killed and the skeletal muscle tissues were isolated
aer 4 weeks.
2.3 mtDNA content assay

Rat skeletal muscle L6 cell lines were cultured in DMEM with
10% FBS and 1% penicillin–streptomycin at 37 �C in 5% CO2

atmosphere. Genomic DNA was extracted from skeletal muscle
tissues and L6 cells using genomic DNA kit. mtDNA was
proliferated by quantitative PCR with the primer (the sequence
was shown in Table 1) and the copy number was calculated.
2.4 RNA extraction and quantitative PCR (qPCR)

RNA was extracted from skeletal muscle tissues and L6 cells by
using trizol agent, and then reversely transcribed to comple-
mentary DNA (cDNA). SYBR Green I including Taq enzyme and
series of primers b-actin (as internal reference), Sirt1, sirtuin 3
(Sirt3), PGC-1a, mitochondrial transcription factor A (TFAM)
Table 1 The primer sequences

Gene Forward primer (50 to 30)

Rat b-actin CCCATCTATGAGGGTTACGC
Rat PGC-1a CGCACAACTCAGCAAGTCCTC
Rat Sirt1 CAGCATCTTGCCTGATTTGTA
Rat Sirt3 TCTACAGCAACCTTCAGCAGT
Rat mtDNA AGCTATTAATGGTTCGTTTGT
Rat NRF1 AGAGACAGCAGACACGGTTG
Rat TFAM AGCAAATGGCTGAAGTTGGG
Mouse b-actin GGCTGTATTCCCCTCCATCG
Mouse mtDNA TAAATTTCGTGCCAGCCACC
Mouse PGC-1a ATCTGACCACAAACGATGACC
Mouse Sirt1 GCTGACGACTTCGACGACG
Mouse Sirt3 TACAGGCCCAATGTCACTCA
Mouse TFAM ATTCCGAAGTGTTTTTCCAGC
Mouse NRF1 CGGAAACGGCCTCATGTGT

2592 | RSC Adv., 2019, 9, 2591–2598
and nuclear respiratory factor-1 (NRF1) (all synthesized by
Sangon Co, and their sequences are shown in Table 1) were
mixed with cDNA, proliferated on qPCR instrument (Bio-rad,
Germany). The relative expression mRNA was determined
according to the method in the ref. 16.

2.5 Protein extraction and western blot

Skeletal muscle tissues and L6 cells were lysed in RIPA lysis
buffer and centrifuged (12 000 � g, 10 min, 4 �C). The lysates
were separated by 10% SDS-PAGE and transferred to poly-
vinylidene uoride membrane, immunoblotted with following
primary antibodies of rabbit monoclonal anti-Sirt1, anti-Sirt3,
anti-PGC-1a (BBI, Shanghai, China), anti-TFAM, anti-NRF1
and anti-GAPDH (ABCAM, Cambridge, UK), and then incu-
bated with secondary goat anti-rabbit antibody (Cell Signaling,
USA). The bands were visualized with enhanced chem-
iluminescence solution (ECL, Biotanon) and detected by Image
Lab camera (Bio-rad, Germany), and then quantied by densi-
tometry scanning with ImageJ soware.

2.6 ROS level assay

Briey, L6 cells were incubated with FYGL for 24 h, then 10 mmol
L�1 DCFH-DA diluted in DMEM with 2% FBS (1 : 1000) was
added. Aer incubation for 20 min, DCFH-DA was removed and
the cells were washed with PBS three times, and then ROS level
was analyzed by ow cytometry (Gallios, Beckman coulter, USA).

2.7 Intracellular ATP content assay

L6 cells were seeded into 6-well plates, and FYGL at designated
concentrations was added and incubated for 24 h. Then the
cells were washed with cold PBS three times, and lysed by ATP
lysis, and then centrifuged to collect supernatant. The emitted
light was assayed by microplate luminometer (Bio-Tek, USA)
and ATP content was calibrated by protein concentration nally.

2.8 Transfection with PGC-1a siRNA

L6 cells were seeded into 6-well plates. 20 mmol L�1 PGC-1a
siRNA (synthesized by Sangon Bio. Co, the sequence was shown
Reverse primer (50 to 30)

TTTAATGTCACGCACGATTTC
CCTTGCTGGCCTCCAAAGTCTC

A TTGGAATTAGTGCTACTGGTCTTAC
ATG AAGGAAGTAGTGAGCGACATTGG

AGGAGGCTCCATTTCTCTTGT
GCTGCGCCAAACACCTTAAA
TCTAGTAAAGCCCGGAAGGT
CCAGTTGGTAACAATGCCATGT
GTTGACACGTTTTACGCCGA

CT GAGGCATCTTTGAAGTCTAGTTGTCTA
TCGGTCAACAGGAGGTTGTCT
GGATCCCAGATGCTCTCTCA

A TCTGAAAGTTTTGCATCTGGGT
CGCGTCGTGTACTCATCCAA

This journal is © The Royal Society of Chemistry 2019



Table 2 The PGC-1a siRNA sequence

Sense (50 to 30) AAGACGGAUUGCCCUCAUUUGtt
Anti-sense (50 to 30) CAAAUGAGGGCAAUCCGUCUUtt
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in Table 2) and 5 mL Lipofectamine 6000 were premixed in opti-
MEM to be added into the wells. Aer the cells were incubated
6 h, opti-MEM was removed. Then FYGL at designated
concentrations was added and incubated for another 24 h.
Finally, RNA and protein were extracted for qPCR and western
blot analysis, respectively. Meanwhile ROS and ATP levels were
also measured, respectively.
2.9 Statistical analysis

All data are presented as mean � SD. Multi-group comparisons
of the means were carried out by one-way analysis of variance
(ANOVA) test with post hoc contrasts by Student–Newman–
Keuls test. A difference is considered statistically to be signi-
cant when the P value < 0.05.
3 Results
3.1 FYGL increases mtDNA copy number in skeletal muscle
tissues of mice

Fig. 1 shows the relative mtDNA copy number in skeletal muscle
tissues of mice treated with saline, FYGL and metformin,
respectively. The mtDNA level in skeletal muscle tissues of ob/
ob mice was remarkably lower than that of WT mice.
However, FYGL orally administrated signicantly up-regulated
mtDNA content, similar to metformin. Interestingly, it was
almost 1.5 times of mtDNA copy number in ob/ob mice treated
with 400 mg kg�1 FYGL as much as that in WT group, demon-
strating that FYGL can promote mitochondrial biogenesis.
Therefore, it is interesting for us to investigate the related
pathway which is possibly inuenced by FYGL.
Fig. 1 The relative mtDNA copy number in skeletal muscle tissues of
mice. The mtDNA copy number in WT mice is normalized to 1.0. Data
are presented as mean � SD (n ¼ 6). **P < 0.01, ***P < 0.001 versus
with ob/ob group.
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3.2 FYGL regulates mitochondrial signaling pathway

Fig. 2 shows the relative expressions of mRNAs related to
mitochondrial signaling pathway in skeletal muscle tissues of
mice. All the expressions of mRNAs including Sirt1, Sirt3, PGC-
1a, NRF1 and TFAM were notably decreased in ob/ob mice,
compared with that in WT group. However, the expressions of
mRNAs were increased in ob/ob mice aer treated with 150 mg
kg�1 FYGL, and signicantly up-regulated when dose of FYGL
was higher than 300 mg kg�1.

From the analysis data of western blot in Fig. 3, the proteins
related to mitochondrial biogenesis including Sirt1, Sirt3, PGC-
1a, NRF1 and TFAM were all down-regulated in ob/ob mice,
compared with that in WT group, and both the expressions of
Sirt1 and Sirt3 were markedly up-regulated in ob/ob mice
treated with 150 mg kg�1 FYGL. Interestingly, all the proteins
depicted in Fig. 3b exhibited signicant increase when ob/ob
mice took FYGL more than 300 mg kg�1. The results of
western blot were consistent with those of qPCR.
3.3 FYGL decreases ROS level and increases ATP content in
L6 cells

For clearly understanding the effect of FYGL on mitochondrial
biogenesis, we investigated ROS level and ATP content in L6
cells. From Fig. 4a, uorescent intensity of DCF represents the
relative ROS level, and that of control group is normalized to
1.0. FYGL signicantly decreased ROS level in L6 cells when its
concentration was higher than 100 mg mL�1. Furthermore, from
Fig. 4b, ATP content was increased in L6 cells aer incubated
with FYGL. Interestingly, ATP level was signicantly increased
when concentration of FYGL was higher than 100 mg mL�1,
which was similar to the result of ROS level in L6 cells incubated
with FYGL.

In Fig. 5a, it was almost two times of ROS level in PGC-1a
silent cells as high as that in normal cells, but decreased
mildly aer incubated with relative low concentration of
FYGL. When FYGL concentration was higher than 100 mg
mL�1, ROS level was signicantly ameliorated. From Fig. 5b,
ATP content was markedly decreased in PGC-1a silent cells
compared with normal group, reecting that the mitochon-
drial biogenesis was weakened when the expression of PGC-
1a was declined. Aer the PGC-1a silent cells were incubated
with FYGL especially when the concentration was higher than
50 mg mL�1, intracellular ATP content was signicantly
enhanced.
3.4 FYGL increases PGC-1a in L6 cells at the mRNA and
protein levels

Table 3 shows the relative expressions of mRNAs and mtDNA
in L6 cells transfected with PGC-1a siRNA and incubated with
FYGL at different concentrations. Aer L6 cells were trans-
fected with PGC-1a siRNA, the mRNA expression of PGC-1a
was decreased instantly, accompanied with Sirt1, Sirt3, NRF1,
TFAM mRNA and mtDNA copy number. Incubation with FYGL
gradually enhanced PGC-1a mRNA expression in PGC-1a
silent cells, and increased Sirt1 and Sirt3 mRNA expressions
RSC Adv., 2019, 9, 2591–2598 | 2593



Fig. 2 The relative expression of mRNA including Sirt1, Sirt3, PGC-1a, NRF1 and TFAM in skeletal muscle tissues of mice. The expressions of
mRNA in WT mice are normalized to 1.0. Data are presented as mean � SD (n ¼ 6). *P < 0.05, **P < 0.01, ***P < 0.001 versus with ob/ob group.
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when the concentration of FYGL was higher than 50 mg mL�1,
along with effectively improved NRF1 and TFAM mRNA
expressions. In accordance with TFAM mRNA, mtDNA copy
number in L6 cells was also signicantly increased aer
incubated with FYGL.

As shown in Fig. 6, the expression of PGC-1a was signi-
cantly decreased in PGC-1a silent cells, followed with reduc-
tions of Sirt1, Sirt3, NRF1 and TFAM. Compared with control
group, treatment with FYGL markedly increased PGC-1a, Sirt1,
Sirt3, NRF1 and TFAM, especially when the concentration of
FYGL was higher than 50 mg mL�1, coinciding with the results of
qPCR.
Fig. 3 Western blot analysis of proteins in mitochondrial signaling pat
proteins: Sirt1, Sirt3, PGC-1a, NRF1, TFAM with GAPDH used as internal
TFAM. The expressions inWTmice are normalized to 1.0. Data are presen
ob/ob group.
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4 Discussion and conclusions
4.1 The mechanism of FYGL decreasing ROS and increasing
ATP

In recent decades, ROS has been identied to be a major factor
in the development of T2DM by inactivating signaling pathway
from insulin receptor to glucose transporter, and over-
production of ROS may induce apoptosis of islet b cells.7 FYGL
was demonstrated to be a neutral hyperbranched proteoglycan
consisting of 4 saccharides and 17 amino acids,17 the reductive
sugars of FYGL including glucose and galactose might play an
important role in ameliorating ROS level.5 Our previous work
hway in skeletal muscle tissues of mice. (a) Band images of relevant
reference. (b) The relative expression of Sirt1, Sirt3, PGC-1a, NRF1 and
ted asmean� SD (n¼ 6). *P < 0.05, **P < 0.01, ***P < 0.001 versuswith

This journal is © The Royal Society of Chemistry 2019



Fig. 4 (a) Relative DCF fluorescent intensity in L6 cells incubated with different concentrations of FYGL. The relative DCF fluorescent intensity in
control group is normalized to 1.0. (b) ATP content in L6 cells incubated with different concentrations of FYGL. Data are presented as mean� SD
(n ¼ 3), *P < 0.05 versus with control group.
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also found that FYGL can protect rat insulinoma cells (an islet
b cell mode) against impairment from the brillation of
human islet amyloid polypeptide (hIAPP),18 which suggested
FYGL protected islet b cells possibly through ameliorating
intracellular overproduction of ROS induced by misfolding of
hIAPP.19

Overexpression of PGC-1a can enhance intracellular ATP
content, while deciency of PGC-1a oen causes decrease of
ATP in cardiomyocytes via adiponectin/AMPK/PGC-1a
pathway.20 Liu et al.21 reported that lead acetate can also
increase ROS and decrease ATP in TM4 cells, accompanying
with down-regulation of PGC-1a and Sirt3 mRNA. In our
previous work, FYGL was demonstrated to enhance adipo-
nectin and promote phosphorylation of AMPKa in vivo.22 In
the current study, FYGL can increase ATP content in addi-
tion to decrease of ROS level in PGC-1a decient cells,
regulating mitochondrial biogenesis through PGC-1a
related pathway.
Fig. 5 (a) Relative DCF fluorescent intensity in PGC-1a silent L6 cells in
rescent intensity in control group is normalized to 1.0. (b) ATP content in
Data are presented as mean � SD (n ¼ 3), *P < 0.05, **P < 0.01 versus w

This journal is © The Royal Society of Chemistry 2019
4.2 Mitochondrial biogenesis regulated by FYGL

Mitochondrial dysfunction is a complication of high serum
lipid-induced ROS in skeletal muscle tissues, in turn promotes
ROS and mitochondrial alteration.23 High serum lipid induces
the reduction of mitochondrial density in insulin resistant
skeletal muscle.24 In addition, mitochondrial dysfunction can
also exacerbate T2DM by inhibiting insulin action,23 and the
toxic by-product from ROS will induce cell apoptosis and inhibit
signaling transduction.25 In our previous work, FYGL can down-
regulate serum lipid level, thus protecting peripheral tissues
against damage from ROS.22 Moreover, mtDNA is also quite
sensitive to ROS level and can be impaired by overload of
ROS.25,26 Ikeda et al. reported that overexpression of TFAM can
increase mtDNA copy number and limit mitochondrial oxida-
tive stress.27 In this work the mtDNA copy number in skeletal
muscle tissues of ob/obmice was signicantly lower than that of
WT group, whereas treatment with FYGL remarkably up-
cubated with different concentrations of FYGL. The relative DCF fluo-
PGC-1a silent L6 cells incubated with different concentrations of FYGL.
ith control group.

RSC Adv., 2019, 9, 2591–2598 | 2595



Table 3 The relative expressions of mRNA including Sirt1, Sirt3, PGC-1a, NRF1 and TFAM in L6 cells. The expressions of mRNA in normal L6 cells
are normalized to 1.0a

PGC-1a siRNA � + + + + +
FYGL (mg mL�1) Normal Control 25 50 100 150
Relative expression of Sirt1 mRNA 1.0 � 0.1** 0.382 � 0.003 0.46 � 0.03 0.495 � 0.005* 0.81 � 0.06* 1.29 � 0.09**
Sirt3 mRNA 1.0 � 0.2** 0.23 � 0.04 0.21 � 0.05 0.56 � 0.08* 1.05 � 0.08** 1.4 � 0.1***
PGC-1a mRNA 1.00 � 0.05*** 0.19 � 0.02 1.8 � 0.1*** 6 � 1*** 15 � 2*** 22 � 2***
NRF1 mRNA 1.0 � 0.2* 0.49 � 0.07 1.8 � 0.3*** 3.02 � 0.09*** 5.5 � 0.6*** 21 � 1***
TFAM mRNA 1.00 � 0.07* 0.56 � 0.06 2.5 � 0.3*** 10 � 1*** 29 � 1*** 38 � 1***
mtDNA 1.00 � 0.06*** 0.080 � 0.005 0.29 � 0.05 * 1.3 � 0.2*** 2.3 � 0.6*** 2.1 � 0.2***

a Data are presented as mean � SD (n ¼ 3). *P < 0.05, **P < 0.01, ***P < 0.001 versus with control group.
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regulated mtDNA copy number and improved the expression of
TFAM in ob/ob mice, indicating that FYGL can also improve the
mitochondrial biogenesis.
4.3 Inuence of PGC-1a by FYGL

Overexpression of PGC-1a can promote lipid metabolism and
mitochondrial biogenesis,3 and increase insulin sensitivity in
skeletal muscle tissues.28 It was reported that aldosterone
decreases mtDNA copy number and ATP content, while PGC-
1a overexpression can protect mitochondria against
aldosterone-induced podocyte depletion.11 Knockdown of
PGC-1a leads a series of mitochondrial alterations including
aggravation of oxidative stress and fatty acid oxidation,29 even
exacerbates insulin resistance.30 Wan et al.31 reported that
PGC-1a is regulated by activation of AMPK. In this work, the
expression of PGC-1a was signicantly decreased in skeletal
muscle tissues of ob/ob mice along with reduction of mtDNA
copy number, while FYGL remarkably increased expression of
PGC-1a and activated it major upstream regulator, AMPK, in
vivo and in vitro.15
4.4 Inuence of energy metabolism pathway by FYGL

Energy demand activates intracellular AMPK, and then
increases the ratio of NAD+/NADH, nally activated Sirt1/PGC-
Fig. 6 Western blot analysis of proteins including Sirt1, Sirt3, PGC-1a, N
Sirt3, PGC-1a, NRF1, TFAM with GAPDH used as internal reference. (b)
expressions in normal L6 cells are normalized to 1.0. Data are presented
control group.
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1a cascades.2 Sirt1/PGC-1a is a crucial metabolic adaptation
which can integrate muscle cells in response to low nutrient,
and Sirt1 can promote the utilization of mitochondrial fatty acid
and the transcription of related gene factors.32 Sirt1 over-
expression can improve insulin sensitivity and ameliorate ROS
and insulin resistance in high-fat diet rats.13 In addition, PGC-
1a stimulates Sirt3, and Sirt3 in turn regulates PGC-1a through
phosphorylation of cAMP-response element binding protein
(CREB).33 Knockdown of Sirt3 signicantly suppresses PGC-1a
and expressions of other mitochondrial related genes, mean-
while decreases mitochondrial copy number and increases ROS
level.33 PGC-1a can bind and co-activate NRF1, and increase
transcriptional activity on target gene including TFAM.34 Kang
et al.35 reported that aspartate raised ATP content in liver
through AMPK-Sirt1-PGC-1 signal pathway. Intriguingly, FYGL
promoted phosphorylation of AMPK in skeletal muscle tissues
of ob/ob mice,15 and also increased ATP content in L6 cells
through activating Sirt1/PGC-1a cascades. Although the mito-
chondrial related gene expressions were all down-regulated in
skeletal muscle tissues of ob/ob mice, FYGL orally adminis-
trated signicantly up-regulated Sirt1/TFAM cascades at the
mRNA level and protein level. STR1720, a Sirt1 specic activator
reported by Feige et al.36 can ameliorate insulin resistance in
muscle, liver and brown adipose tissues, but its function is
different from FYGL.
RF1 and TFAM in L6 cells. (a) Band images of relevant proteins: Sirt1,
The relative expressions of Sirt1, Sirt3, PGC-1a, NRF1 and TFAM. The
as mean � SD (n ¼ 3). *P < 0.05, **P < 0.01, ***P < 0.001 versus with

This journal is © The Royal Society of Chemistry 2019
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4.5 Conclusions

In summary, our work investigated the effects of FYGL on
mitochondrial biogenesis on the basis of the evidence that FYGL
can regulate blood glucose and ameliorate insulin resistance in
ob/ob mice. We found that FYGL ameliorated cellular damage
from ROS and promoted ATP synthesis in L6 cells, along with
enhancement of PGC-1a expression. Moreover, FYGL can also
increase mtDNA copy number and expressions of mitochon-
drial related genes in vivo, thus protecting mitochondria against
impairment from insulin resistance, in turn ameliorating
insulin resistance.
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