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Chronic low-grade inflammation of visceral adipose tissue can cause obesity-associated
insulin resistance, leading to metabolic syndrome. However, anti-inflammatory drugs and
those for obesity management can lead to serious side effects such as abnormal heart rate
and blood pressure. Consequently, this study aimed to explore the therapeutic potential of
electroacupuncture stimulation (ES) for obesity and associated chronic inflammation.
Sprague-Dawley male rats were fed a high-fat diet (HFD) for ten weeks to build an obesity
model, and half of the diet-induced obesity (DIO) rats were received ES. The levels of
inflammatory factors were detected by ELISA and gPCR analysis. The nerve-associated
macrophages were marked with immunofluorescence staining. The molecular
mechanism of NLRP3 inflammasome in ES was determined by the NLRP3
inflammasome activation model. Compared to HDF rats, ES showed decreased body
weight and chronic inflammatory damage. Specifically, this occurred via a decrease in
monoamine oxidase-A (MAOA) expression, which suppressed noradrenaline
degradation. MAOA is expressed in nerve-associated macrophages (NAMs), and ES
attenuated NAMs by suppressing the NLRP3 inflammasome. The NLRP3 agonist blocked
the noradrenaline degradation-reducing effect of ES, and an increase in lipolysis via the
inhibition of the NLRP3 inflammasome attenuated NAMs. Thus, our findings suggest that
ES induced lipolysis via activation of the NLRP3 inflammasome in nerve-associated
macrophages (NAMSs), independently of sympathetic nervous system activity.
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INTRODUCTION

Obesity has become a global health issue and poses a substantial
social, medical, and economic burden. Obese patients are at a
higher risk of mortality due to diabetes or cardiovascular disease-
associated events than are normal individuals (1, 2).
Furthermore, obesity is associated with a state of chronic, low-
grade inflammation in the adipose tissue, which involves
adipocyte hypertrophy, macrophage infiltration, and adipocyte
macrophage interaction (3). Given this relationship between
obesity and inflammation, anti-inflammatory therapy has
become a potential new strategy in the clinical management of
obesity. It can improve insulin sensitivity and hyperglycemia. For
instance, enalapril treatment for 6 months can improve fasting
blood glucose levels and increase the ratio of high-molecular-
weight adiponectin to total adiponectin in obese patients (4).
However, enalapril injection has been reported to cause adverse
reactions at the injection site. Moreover, this kind of chronic
inflammation requires long-term medication, which leads to
safety and financial problems.

Acupuncture is an effective and safe body surface stimulation
technique for the treatment of simple obesity. The mechanism of
acupuncture associated with weight loss involves adipose lipolysis
and thermogenesis (5, 6). Furthermore, electroacupuncture has
been reported to induce anti-inflammatory activity in obese rats
via autonomic nerve effects (7). Our research found that
electroacupuncture stimulation (ES) exerts anti-obesity effects
via inhibition of the norepinephrine transporter protein SIC6a2
in sympathetic-associated macrophages (SAMs) and promotion of
thermogenesis through sympathetic nervous system (SNS) activity
(8). Thus, the anti-obesity and anti-inflammatory effects of ES may
be associated with interactions between the immune and
nervous systems.

Despite progress, many challenges and knowledge gaps
remain in studying ES. First, although ES can facilitate weight
loss and improve chronic low-grade inflammation, the
relationship between the anti-inflammatory effect and weight-
regulating effects of ES are unclear. Second, the NLRP3
inflammasome has been suggested to affect the regulation of
adiposity and insulin sensitivity in the course of obesity, and
mice deficient in NLRP3 were reported to be resistant to the
development of obesity induced by a high-fat diet (HFD) (9, 10).
Activation of the NLRP3 inflammasome upregulates monoamine
oxidase-A (MAOA) expression in nerve-associated macrophages
(NAMs), which degrade norepinephrine (NE) in visceral adipose
tissue (11). ES can suppress the activation of the NLRP3
inflammasome (12, 13). However, it remains unclear whether
ES may inhibit NLRP3 in visceral adipose tissue. Nor is it known
whether ES can reduce body weight via suppression of NLRP3
inflammasome activation. Third, adipose tissues are
heterogeneous, in terms of factors such as morphology,
function, and immunity (14-16). There are differences in the
immune cell population between subcutaneous fat and visceral
fat (16). In our previous study, ES activated the sympathetic
nerve in inguinal adipose tissue to regulate sympathetic-
associated macrophages, reducing norepinephrine transport
and increasing fat thermogenesis (8). However, it is unclear

whether ES can mediate immunity in visceral adipose and the
related mechanism. As such, it remains to be determined
whether ES-attenuated NLRP3 inflammasome activation in
visceral adipose could suppress MAOA expression in NAMs
and induce lipolysis in visceral adipose tissue. In this study, we
evaluated the relationship between obesity and inflammation via the
application of ES. We hypothesized that the anti-inflammatory and
weight loss-inducing mechanisms of ES are associated with
interactions between the immune and nervous systems.

MATERIAL AND METHODS

Animals

Weaned (3-week-old) Sprague-Dawley male rats (Model Animal
Research Center of Nanjing Medical University, China) were
divided into the normal diet (ND) and HED groups. All animals
were housed under controlled environmental conditions (22°C,
40-60% relative humidity, 12-/12-h light/dark cycle) and were
given free access to water and food. All animals were allowed 1
week of feeding adaptation. The ND group was given a regular
diet, and the HFD group was given a diet comprising 45 kcal% fat
(Research Diets, D12451). After feeding for 10 weeks, part of the
HFD group served as a control group, while others received ES
and drug treatment. To maintain the state of obesity, the animals
were fed the high-fat diet until the end of the experiment. All
experiments were performed according to the Principles of
Laboratory Animal Care and the Guide for the Care and Use
of Laboratory Animals published by the National Science
Council, China (Animal Committee Number: 201809A015).

ES

The animals were anesthetized with isoflurane (0.5%-1.5%) for
ES. Electroacupuncture was performed at the forelimb LII11
(Quchi) acupoint by inserting a pair of stainless-steel
acupuncture needles (diameter: 0.3 mm) up to 3 mm in depth
at each site. LI11 is located midway between the lateral end of the
transverse cubital crease and the lateral humeral epicondyle (17).
The needles were connected to Han’s electroacupuncture
instrument (LH402A; Beijing Huawei Technologies Co. Ltd).
ES was performed with a stimulation current of 2 mA, a pulse
width of 0.4 ms, an alternating frequency between 2 and 15 Hz
every 3 s, and a stimulation time of 20 min. The procedure was
performed six times a week and lasted for 4 weeks.

Treatment With an NLRP3

Inflammasome Agonist

The rats from the HFD group were administered the NLRP3
inflammasome agonist (nigericin sodium salt) and were assigned
to three groups: (1) solvent control (SC); (2) nigericin sodium
salt treatment (Nig); (3) nigericin sodium salt with ES (Nig+ES)
groups. After 10 weeks of HFD feeding, the solvent control and
Nigericin sodium salt (M7029, AbMole, USA) were administered
in the epididymal visceral adipose tissue (eWAT) in rats via
intraperitoneal injection (i.p.) before ES. The NLRP3 agonist
(Nig) was administered three times a week (Nig 1 mg/kg body
weight) for 4 weeks.
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Hematoxylin and Eosin Staining of

White Adipose Tissue

The adipose tissues were fixed in 4% paraformaldehyde and
embedded in paraffin, sectioned at 8-pum thickness. Hematoxylin
and eosin staining (H&E staining) were performed according to
the standard process. We used Image-Pro Plus software to collect
image fields of each rat for adipocyte area, and more than 250
cells per rat were selected for measuring (18).

Western Blot

eWAT was harvested using the Adipose Protein Extraction Kit
(MinuteTM) for protein extraction. Eighty milligrams of adipose
tissue was homogenized with 250 ml of extraction buffer. After
centrifugation at 2,000 g for 1 min, the tissue was transferred to a
filter cartridge with a collection tube and incubated at -20°C for
20 min. After incubation, the tissue was immediately centrifuged
at 2000 rpm for 1 min with the cap open. The flow-through
contained total proteins from the adipose tissue. Then, 30 mg of
total tissue lysate was separated by SDS-PAGE (10% separation
gel and 5% concentration gel). Electrophoresis was performed at
70 V for 0.5 h and 110 V for 1 h. The protein bands were
transferred to a PVDF membrane using e-Blot (Genscript), and
5% BSA was added for 1 h to block the membrane. The
membrane was then made to react with primary antibodies
against ATGL (1:1000, Abcam), HSL (1:3000, Abcam), p-HSL
(1:1000, Sab), NLRP3 (1:1000, Abcam), Caspase-1 (1:1000,
Abcam), IL-1B (1:1000, Abcam), MAOA (1:1000, Abcam), -
actin (1:1000, Abcam), and tyrosine hydroxylase (1:1000,
Abcam) at 4°C overnight. Incubation with the corresponding
secondary antibodies (diluted to 1:3000, Abcam) was performed
at room temperature (18°C -25°C) for 1 h.

Immunohistochemistry

After tissue perfusion and separation, the samples were
fixed with 4% paraformaldehyde at 4°C over 12 h and then
immersed in 30% sucrose solution at 4°C overnight. Tissues
were embedded in optimal cutting temperature (OCT)
compounds, and sections (thickness, 50 wm) were prepared
using a freezing microtome (Leica, German). The sections were
blocked with 0.3% Triton X-100 Sea Block blocking buffer
(Thermo Fisher Scientific, United States) for 1 h, and
incubated with primary antibodies against the following
proteins at 4°C overnight: tyrosine hydroxylase (TH, 1:500,
Abcam) and F4/80 (1:50, Sab). After washing with PBS three
times, the sections were incubated with secondary antibodies:
anti-Alexa Fluor 488, Alexa Fluor 594 goat anti-chicken, and
anti-rabbit (1:500, Abcam) antibodies at room temperature for
1 h. For samples were mounted using the ProLong Diamond
Antifade Mountant (Thermo Fisher Scientific, United States)
and cured for 24 h.

RT-PCR

Total RNA was extracted from 300 mg of eWAT by using Trizol
(TaKaRa, Japan). The total RNA was reverse-transcribed to
produce cDNA by using a thermal cycler (Bio-Rad, United
States) with PrimeScript RT Master Mix (TaKaRa, Japan) at

37°C for 15 min and 98°C for 15 s. The PCR reaction mixture
(20 mL) contained 4 UL of a forward primer, 4 UL of a reverse
primer, 2 UL of cDNA, and 10 UL of SYBR Green Mix (TaKaRa,
Japan). The PCR protocol was as follows: 40 cycles of
amplification for 30 s at 95°C, 5 s at 95°C, and 30 s at 60°C.
Data were processed using the 2 AACT method. The primers
used in the experiment are shown in Table 1.

Detection of Serum Free Fatty Acid,
Cholesterol, and Triglyceride Level

Serum level were detected according to the manufacturer’s
recommendations. For free fatty acid, cholesterol and
triglyceride, standards and each 2.5 pl of mice serum was added
into 96 well coated plate with 250ul Working fluid, incubated at
37°C for 10 min. OD values were detected at 510 nm by using
microplate reader (Bio-Tek, USA). Free fatty acid, cholesterol and
triglyceride level were quantified by standard curve.

ELISA

Plasma concentrations of TNFao, IL-6,IL-4, IL-13, IL-18 were
assayed by ELISA. Standard or sample solution (100 mL) was
added to 96-well polystyrene microplates and incubated at 37°C
for 90 min. Then, 10 mL of biotinylated antibodies (Nanjing
Jiancheng Bioengineering Institute, Nanjing) was added to the
wells and incubation was performed at 37°C for 60 min. The
solution in each well was then aspirated, and each well was
washed three times with 350 mL of 1* wash buffer. Next, 100 mL
of tetramethylbenzidine (TMB) substrate was added to each well
and incubation was performed for 10 min. To stop the reaction,
100 mL of stop solution was added, and the absorbance in the
wells was read at 450 nm.

Caspase-1 Activity Assay

The caspase-1 activity in eWAT was measured by Abbkine
Caspase 1 Assay Kit (Colorimetric). This assay is performed on
the basis of the ability of caspase-1 to change acetyl-Tyr-Val-Ala-
Asp p-nitroaniline (Ac-YVAD-pNA) into the yellow formazan
product pNA. After treatment, the adipose tissues were harvested
and lysed. The protocol was determined according to the
manufacturer’s instructions. Absorbance was measured at 405
nm by microplate reader (Bio-Tek, USA). Standard curves for
the assay system were obtained from dilutions of the standards of

TABLE 1 | Sequences of the primers used for real-time PCR.

Gene names Primer Sequence

GAPDH Forward 5-GGT GCT GAG TAT GTC GTG GAG-3’
Reverse 5-GTC TTC TGA GTG GCA GTG ATG-3’

IL-1b Forward 5-CCT CGT GCT GTC TGA CCC AT-3’
Reverse 5’-CAA ACC GCT TTT CCA TCT TCT TC-3'

TNFao. Forward 5-TGC CTC AGC CTC TTC TCA TTC C-3
Reverse 5’-TCC TCC GCT TGG TGG TTT G-3’

II-10 Forward 5’-CCA GTC AGC CAG ACC CAC AT-3'
Reverse 5-AAT CAT TCT TCA CCT GCT CCA C-3’
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pNA. Caspase-1 activity was then obtained by determining the
amount of pNA according to the standard curve of pNA.

Statistical Analysis

GraphPad Prism6 was used for statistical analysis. Data are
expressed as mean + SEM values. To test whether obtained
data were normally distributed the Shapiro-Wilk test was
performed. Levene’s test was used to assess homogeneity of
variance. Data between two groups were analysed by unpaired
t-test, if the data were in Gaussian distribution and had equal
variance, or by Mann-Whitney rank-sum test if the data were not
normally distributed. Data among more than two groups were
compared using one-way analysis of variance (ANOVA)
followed by post hoc Student and Newman-Keuls tests. P <
0.05 was considered to indicate statistical significance.

RESULTS

ES Reduced Body Weight and Systemic
Inflammation in the HFD Group

We first compared the bodyweight of the ND and HFD groups.
HFD feeding for 10 weeks induced obesity (Figure 1A). eWATSs
were weighed after 10 weeks of HFD feeding (Figure 1C). Since
HED consumption not only leads to obesity but also leads to low-
grade inflammation (19), we measured blood cytokine levels. The
proinflammatory cytokine IL-6 and TNF-o significantly
accumulated in blood serum in the HFD group (Figures 1E, F),

while the level of the anti-inflammatory cytokine IL-4 reduced in
this group (Figure 1G). ES at ST25 reduced body weight (20), and
eWAT analysis showed that ES at LI11 (2.0 mA) reduced body
weight and fat weight (Figures 1B, C). Also, ES reduced food intake
during 4 weeks (Figure 1D). Interestingly, ES at LI11 reduced blood
serum levels of the proinflammatory cytokine IL-6 and TNF-o in
the HED group (Figures 1E, F) but did not promote the expression
of anti-inflammatory cytokines, such as IL-4 (Figure 1G).

ES Attenuated Adipose Inflammation

and Dyslipidemia

Obesity is associated with dynamic adipose tissue remodeling
characterized by adipocyte hypertrophy, especially in the visceral
adipose tissue (21, 22). The size of adipocytes in eWAT increased
in the HFD group and reduced on ES (Figures 2A, B). Visceral
fat is the largest lipid reservoir in the body, and its excessive
expansion causes lipid metabolism disorder (23). As shown in
Figures 2C-F, HFD induced dyslipidemia, including abnormal
triglyceride (TG), non-esterified fatty acid (NEFA), and total
cholesterol (TCH) levels. ES significantly reduced NEFA and
TCH levels. As the low-grade inflammation caused by visceral
adipose tissue inflammatory accumulate, we measured cytokine
levels in eWAT. As shown in Figures 2G-I, the mRNA
expression of the proinflammatory cytokine IL-1f and TNF-o
in eWAT significantly increased in the HFD group compared to
that in the ND group and decreased on ES compared to that in
the HFD group. Thus, there may be a connection between lipid
metabolism and inflammation in ES.
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weeks of ES (n = 5, **P < 0.01). (E) Relative TNF-o. expression in serum (n = 4, **P < 0.01). (F) Relative IL-6 expression in serum (n = 4, *P < 0.05, **P < 0.01).
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ES Induced Lipolysis by Attenuating the
Activation of MAOA in eWAT

As shown in Figures 3A-C, G, ES induced lipolysis by activating p-
HSL and ATGL. The SNS plays a crucial role in facilitating
noradrenaline (NE) to stimulate lipolysis in white adipose tissue
(WAT) (24). Next, we measured the level of NE in eWAT. The level of
NE was higher in ES than that in the HFD group (Figure 3D).
Consequently, we examined TH expression, which is related to NE
generation (Figures 3A, E). The TH level in ES was not significantly
greater than that in the HFD mice. Thus, NE generation did not
increase, and we considered that ES might attenuate the degradation
of NE. MAOA was an essential enzyme in the metabolism of
monoamines, which can degrade NE in adipose tissue (25). As
shown in Figures 3A, F, ES attenuated the activation of MAOA in
eWAT. The results indicated that ES induced lipolysis by attenuating
the activation of MAOA in eWAT but did not increase
NE generation.

ES Suppression of NAMs in eWAT

The presence of NAM:s has been recently reported in adipose depots.
In inguinal subcutaneous white adipose tissue (iWAT),
inflammatory NAMs express machinery for the degradation
(MAOA) of noradrenaline, thereby dampening (33-adrenergic

receptor (B3-AR)-driven lipolysis (26). In obesity, NAMs
accumulate in eWAT (Figure 4A). As shown in Figure 4B, ES
decreased the co-localization expression of F4/80 (macrophage) and
TH (sympathetic nerve), which were labeled NAMs. These findings
indicate that ES may induce lipolysis through immune adjustment.

ES Regulated NAM via Suppression of the
NLRP3 Inflammasome

In eWAT, the increasing activity of the NLRP3 inflammasome
leads to increases in MAOA oxidation, thereby dampening
lipolysis and promoting obesity (11). Therefore, we
hypothesized that ES might attenuate the activation of MAOA
in NAMs by suppressing the activation of the NLRP3
inflammasome. As shown in Figures 5A-E, ES attenuated the
relative protein level of the NLRP3 inflammasome, including
NLRP3, caspase-1, and IL-1B3, but not procaspase-1. In
Figure 5F, ES attenuated the activity of caspase-1. Also, we
measured the cytokines processed by the NLRP3 inflammasome
such as IL-13 and IL-18. ES decreased the level of IL-1f and IL-
18 in the serum (Figures 5G, H). To verify whether ES regulated
NAM via suppression of the NLRP3 inflammasome, we injected
the NLRP3 inflammasome agonists (Nigericin sodium salt)
into the abdominal cavity of rats. As shown in Figures 6A-E,

Frontiers in Endocrinology | www.frontiersin.org

January 2022 | Volume 12 | Article 773127


https://www.frontiersin.org/journals/endocrinology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/endocrinology#articles

Lu et al. ES Regulates Lipolysis via NLRP3

B D
i 2 " I P Ié
é 1 A g 20+ o
A g ! _:I: \;_’; " _'L_ ATz
ND HFD HFD+ES g, £ W i -
HsL | . ooo. (| 1
g ND HFD HFD+ES ND HFD HFD+ES
p-HSL ‘- N L ‘90kDa c E
k53 5 1
ATGL |——- —_ —-.—|55kDa s’ E I I
5 g 1.0 T
TH [ 5c 0. z, !
5 o ]
2 3
MAOA ‘ o —— ‘60kDa § o = o ND HFD HFD+ES
F G2
B-actin ‘-—-.“ 40kDa % 3 ﬁ"
z 5l !
% 2 200
& ND HFD HFD+ES g ND HFD HFDES
£

FIGURE 3 | ES induced lipolysis by attenuating the activation of MAOA in e WAT. (A) Immunoblot image showing ATGL, HSL, p-HSL, TH, and MAOA in the ND,
HFD, and HFD+ES groups. (B) Relative p-HSL/HSL protein expression in e WAT (n = 5, **P < 0.01). (C) Relative ATGL protein expression in eWAT (n = 5, *P < 0.05,
**P < 0.01). (D) Relative norepinephrine expression in eWAT (n = 5, *P < 0.05, **P < 0.01). (E) Relative TH protein expression in eWAT (n = 5). (F) Relative MAOA
protein expression in eWAT (n = 5, **P < 0.01). (G) NEFA concentrations in Ewat (n = 4, **P < 0.01).

ND HFD HFD+ES
: . . .
B
F4/80 R | \
:. s
- . . . |
Vgt &

Merge v

FIGURE 4 | ES suppression of nerve-associated macrophages (NAMs) in eWAT. (A) Representative images showing TH (green), F4/80 (red), and DAPI (blue)
fluorescence (scale bar, 100 um). The white arrows in the merged image indicate NAMs. (B) Correlation between F4/80 and TH as indicated by Pearson correlation
analysis (n = 4, *P < 0.01).

Frontiers in Endocrinology | www.frontiersin.org 6 January 2022 | Volume 12 | Article 773127


https://www.frontiersin.org/journals/endocrinology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/endocrinology#articles

Luetal

ES Regulates Lipolysis via NLRP3

ND HFD HFD+ES

e ——— TS

NLRP3

Procaspase-1| s S s s . s  /5kDa

”.—1[3 S — - | 30kDa

Caspase-1 20kDa

B-actin 40kDa

@
(9]

Relative NLRP3 protein level
>

Relative IL-1p protein level
>

ND HFD HFD+ES

3 G-

K _é 10

£

S &

3 s @

a I3

= 2 $ s

2 s s

4 8 4

@ £

§ & 3

= 4 o

[ g 2

£ . , . g

s ND HFD HFD+ES E ND HFD HFD+ES
©

° H =

3., z

£

) &

o a4 §

o I

7 £

© o

2 £

@ £

&+ i

2 a

s T T T 5 T T T
& ND HFD HFD+ES "~ ND HFD HFD+ES

HFDYES

T T
ND HFD

Caspase-1 activity (umol pNA/min/mi)

FIGURE 5 | ES regulated NAM via suppression of the NLRP3 inflammasome. (A) Immunoblot image showing NLRP3, Procaspase-1, caspase-1, and IL-1p in the

ND, HFD, and HFD+ES groups. (B) Relative NLRP3 protein expression in eWAT (n = 5, *P < 0.05). (C) Relative IL-1f protein expression in eWAT (n = 5, *P < 0.05).
(D) Relative Procaspase-1 protein expression in eWAT (n = 5). (E) Relative caspase-1 protein expression in eWAT (n = 5, *P < 0.05). (F) Relative caspase-1 activity
in eWAT (n = 4, *P < 0.05). (G) Relative IL-18 expression in serum (n = 4, **P < 0.01). (H) Relative IL-1B expression in serum (n = 4, **P < 0.01).

the agonist activated the NLRP3 inflammasome in the Nig and
Nig+ES groups, which increased the expression of NLRP3,
caspase-1, IL-1B and the activity of caspase-1 in eWAT. Also,
the agonist increased the production of IL-1B and IL-18 in the
serum (Figures 6F, G). It also increased the co-localization
expression of F4/80 (macrophage) and TH (sympathetic
nerve), which blocked the effect of ES-regulated NAMs
(Figures 7A, B). These data suggest that ES regulated NAM
via suppression of the NLRP3 inflammasome.

NLRP3 Inflammasome Agonist
Suppressed ES-Mediated Lipolysis

To verify whether the NLRP3 inflammasome agonist inhibited
ES-induced lipolysis, we tested the enzymes related to lipolysis.
As shown in Figures 8A, D, the agonist increased the expression
of MAOA oxidation, suggesting that the catecholamine signal
pathway was inactivated. Furthermore, it decreased the
expression of p-HSL/HSL and ATGL. Thus, ES suppressed the
NLRP3 inflammasome to attenuate the activation of MAOA,
which induces lipolysis in eWAT (Figures 8A-C, E).

DISCUSSION

This is the first study to clarify that ES can reduce the expression of
MAOA and the degradation of NE by inhibiting NLRP3-mediated
NAMs to induce visceral adipose lipolysis. The process of obesity is
accompanied by an increase in fat synthesis, especially visceral fat.

Furthermore, the accumulation of adipose tissue leads to
recruitment of macrophages, which releases proinflammatory
cytokines (3). Previous studies showed that ES reduces body
weight, down-regulates the level of TNF-0,, and up-regulates the
serum levels of IL-10 in HFD rats (27, 28). In our current study, we
characterized the effects of ES in reducing body weight and the
chronic inflammatory state. We found that ES LI11 reduced body
weight and proinflammatory cytokines like IL-6 and TNF-c, but
did not promote anti-inflammatory cytokines like IL-4. A previous
study indicated that ES improved the adipose tissue inflammatory
response in obese rats, at least partly via attenuation of lipogenesis
signaling (29). In our study, ES was found to increase the lipolysis in
eWAT, inaddition to the expression of HSL and ATGL. Interesting,
ES decrease the serum level of NEFA. Although adipose lipolysis
should increase NEFA, reduced food intake and increased energy
consumption will reduce NEFA (30). Our results showed that ES
reduced food intake. Previous studies also showed that
electroacupuncture increased WAT browning (increased energy
consumption) (31), consistent with our results that ES did not
increase NEFA. On the other hand, the NEFA in weight loss is a
dynamic change that rises first then decreases (32). ES was also
shown to reduce the level of proinflammatory mediators in eWAT.

Obesity is associated with a reduction in catecholamine-
stimulated lipolysis (33). A previous study showed that the
activation of WAT SNS innervation is the primary initiator of
lipolysis (34). SNS innervation facilitated by noradrenaline
release drives B3-adrenergic receptors (B3-AR) in white and
brown adipocytes to stimulate lipolysis. In the present study,
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5, *P < 0.05). (C) Relative caspase-1 protein expression in
4,*P < 0.01, *P < 0.05).

ES was shown to promote the protein and mRNA expressions of
UCPI1, PRDM16, and PGC-1o in adipose tissue, leading to
thermogenesis and increasing energy consumption, and it
activated sympathetic nerves via p-TH, A2AR, and B3AR in
WAT (35). In our study, ES LI11 increased the level of NE in
eWAT but did not activate sympathetic nerves via TH.

Biosynthesis and the metabolism of serotonin and
catecholamines involve at least eight individual enzymes mainly
expressed in tissues derived from the neuroectoderm, such as
sympathetic nerves. The main biosynthetic enzyme is tyrosine
hydroxylase (TH), and the specific catabolic enzyme is MAOA.
The classic theory suggests that adrenergic neurons primarily use
the A form of MAO to regulate endogenous catecholamine stores
and that MAOA levels responded to these neurons’ physiologic
activity (36, 37). Our research showed that ES suppresses MAOA in
obesity, which decreased the degradation of NE. This is the first
study to show that ES may increase lipolysis from catecholamine
signals but independent sympathetic activation.

Two noradrenaline-degrading macrophage populations in
adipose tissue have been recently identified simultaneously and
were landmark discoveries that demonstrated the direct
immunomodulatory role of immune cells in the sympathetic
innervation of adipocytes. In subcutaneous WAT, the
sympathetic neuron-associated macrophages (SAMs) exhibit
enriched expression of the noradrenaline transporter SLC6A2
and degradation enzyme MAOA. SAMs are increased in obese

mice, and mice that lack Slc6a2 from SAMs significantly inhibit NE
uptake by SAMs. This process enhances sympathetic signaling to
the adipose tissue and improves energy homeostasis (26). In our
previous study, ES ST25 decreased the expression of Slc6a2 from
SAMs in iWAT but not in eWAT (8). A SAM-like macrophage
population that also degrades noradrenaline was simultaneously
identified in visceral WAT by Camell and colleagues (11). For these
macrophages, MAOA upregulation led to noradrenaline
degradation and decreased lipolysis in aged mice. In our study,
the co-localization correlation coefficient of F4/80 and TH, which
represent neuro-associated macrophages (NAMs), increased in
obese rats. Furthermore, ES LI11 decreased the Pearson’s
correlation of TH and F4/80, which labeled NAMs.

Although the two types of macrophages have similar
functions, the heterogeneity of different adipose tissues leads to
different immune cell subsets. In visceral WAT, the NAM is
inflammasome-dependent. The activation of NLRP3 increased
the expression of MAOA in NAMs, resulting in the degradation
of catecholamines like NE, and thereby impairing lipolysis (11).
The NLRP3 inflammasome complex is an intracellular platform
that can sense and respond to a wide range of pathogen-
associated molecular patterns (PAMPs) and danger-associated
molecular patterns (DAMPs). NLRP3 inflammasome assembly
and activation of caspase-1 can cleave pro-IL-1B into the
bioactive forms, which are then available to be secreted out of
the cell. The secreted IL-1B can enter the circulation or local
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extracellular environment and bind and signal through the IL-1R
(IL-1 receptor) (38). Obesity-associated PAMPs and DAMPs can
activate the NLRP3 inflammasome. Here, we found a high
NLRP3 expression in obese rats, and caspase-1 and IL-1B
expression also increased. Our colleagues found that
electroacupuncture pretreatment (EAP) inhibits the activation
of the NLRP3 inflammasome, promotes M2 polarization of
macrophages, and reduces the recruitment of neutrophils in
damaged myocardium (39). In our study, ES LI11 suppressed
the activation of the NLRP3 inflammasome and the expression of
caspase-1 and IL-1f.

This is the first study to show an immune-dependent way for ES
to reduce body weight and promote lipolysis. ES LI11 decreased
MAOA expression via suppression of the NLRP3 inflammasome
from eWAT. The NLRP3 inflammasome agonist inhibited ES to
suppress MAOa in eWAT. Furthermore, activation of the NLRP3
inflammasome also attenuated ES-suppressed NAMs, which
increased the degradation of NE and decreased adipose lipolysis.

CONCLUSION

In conclusion, we showed ES LI11 induced lipolysis via
catecholamine signals but with independent sympathetic
activation. ES LI11 increased lipolysis via inhibiting the
activation of NLRP3 inflammasome.

DATA AVAILABILITY STATEMENT

The original contributions presented in the study are included in
the article/Supplementary Material. Further inquiries can be
directed to the corresponding authors.

ETHICS STATEMENT

The animal study was reviewed and approved by the
Experimental Animal Ethics Committee of Nanjing University
of Chinese Medicine.

REFERENCES

1. Arsenault B], Lachance D, Lemieux I, Almeras N, Tremblay A, Bouchard C,
et al. Visceral Adipose Tissue Accumulation, Cardiorespiratory Fitness, and
Features of the Metabolic Syndrome. Arch Intern Med (2007) 167:1518-25.
doi: 10.1001/archinte.167.14.1518

2. Shulman GI. Ectopic Fat in Insulin Resistance, Dyslipidemia, and
Cardiometabolic Disease. N Engl ] Med (2014) 371:1131-41. doi: 10.1056/
NEJMral011035

3. Weisberg SP, Mccann D, Desai M, Rosenbaum M, Leibel RL, Ferrante AW.
Obesity is Associated With Macrophage Accumulation in Adipose Tissue.
J Clin Invest (2003) 112:1796-808. doi: 10.1172/JCI200319246

4. Stanley TL, Zanni MV, Johnsen S, Rasheed S, Makimura H, Lee H, et al. TNF-
Alpha Antagonism With Etanercept Decreases Glucose and Increases the
Proportion of High Molecular Weight Adiponectin in Obese Subjects With
Features of the Metabolic Syndrome. J Clin Endocrinol Metab (2011) 96:
E146-150. doi: 10.1210/jc.2010-1170

5. Cabyoglu MT, Ergene N, Tan U. The Treatment of Obesity by Acupuncture.
Int ] Neurosci (2006) 116:165-75. doi: 10.1080/00207450500341522

AUTHOR CONTRIBUTIONS

ML and ZWY contributed equally to this work. BX, ZY, and ML
conceived and designed the experiments. ML and ZWY
performed the experiments and wrote the manuscript. QL,
MG, LA, TX, MY, and CL performed the experiments. QL and
ZY analyzed the data. All authors read and approved the final
version of article to be published.

FUNDING

This work was supported by the National Natural Science
Foundation of China (Nos. 81873238, 82074532, 81904290), the
Natural Science Foundation of the Higher Education Institutions of
Jiangsu Province, China (Grant No. 21KJB360001), the Priority
Academic Program Development of Jiangsu Higher Education
Institutions (PAPD), the Open Projects of the Discipline of
Chinese Medicine of Nanjing University of Chinese Medicine
Supported by the Subject of Academic Priority Discipline of
Jiangsu Higher Education Institutions (No. ZYX03KF012), the
Leading Talents of Traditional Chinese Medicine in Jiangsu (No.
SLJ0225), and the Natural Science Foundation of Hebei Province
(No. H2019402360).

ACKNOWLEDGMENTS

We thank Shuping Fu and Shengfeng Lu for their contribution to
the experiments.

SUPPLEMENTARY MATERIAL

The Supplementary Material for this article can be found online
at: https://www.frontiersin.org/articles/10.3389/fendo.2021.
773127/full#supplementary-material

6. Shen W, Wang Y, Lu SF, Hong H, Fu S, He S, et al. Acupuncture Promotes
White Adipose Tissue Browning by Inducing UCP1 Expression on DIO Mice.
BMC Complement Altern Med (2014) 14:501. doi: 10.1186/1472-6882-14-501
. Jie XY, Li X, Song JQ, Wang D, Wang JH. Anti-Inflammatory and Autonomic
Effects of Electroacupuncture in a Rat Model of Diet-Induced Obesity.
Acupuncture Med (2018) 36:103-9. doi: 10.1136/acupmed-2016-011223
. LuM, He Y, Gong M, Li Q, Tang Q, Wang X, et al. Role of Neuro-Immune
Cross-Talk in the Anti-Obesity Effect of Electro- Acupuncture. Front Neurosci
(2020) 14:151. doi: 10.3389/fnins.2020.00151
9. Pavillard LE, Canadas-Lozano D, Alcocer-Gomez E, Marin-Aguilar F, Pereira
S, Robertson AAB, et al. NLRP3-Inflammasome Inhibition Prevents High Fat
and High Sugar Diets-Induced Heart Damage Through Autophagy
Induction. Oncotarget (2017) 8:99740-56. doi: 10.18632/oncotarget.20763
10. Canadas-Lozano D, Marin-Aguilar F, Castejon-Vega B, Ryffel B, Navarro-
Pando JM, Ruiz-Cabello J, et al. Blockade of the NLRP3 Inflammasome
Improves Metabolic Health and Lifespan in Obese Mice. Geroscience (2020)
42:715-25. doi: 10.1007/s11357-019-00151-6

11. Camell CD, Sander J, Spadaro O, Lee A, Nguyen KY, Wing A, et al.
Inflammasome-Driven Catecholamine Catabolism in Macrophages Blunts

~

el

Frontiers in Endocrinology | www.frontiersin.org

January 2022 | Volume 12 | Article 773127


https://www.frontiersin.org/articles/10.3389/fendo.2021.773127/full#supplementary-material
https://www.frontiersin.org/articles/10.3389/fendo.2021.773127/full#supplementary-material
https://doi.org/10.1001/archinte.167.14.1518
https://doi.org/10.1056/NEJMra1011035
https://doi.org/10.1056/NEJMra1011035
https://doi.org/10.1172/JCI200319246
https://doi.org/10.1210/jc.2010-1170
https://doi.org/10.1080/00207450500341522
https://doi.org/10.1186/1472-6882-14-501
https://doi.org/10.1136/acupmed-2016-011223
https://doi.org/10.3389/fnins.2020.00151
https://doi.org/10.18632/oncotarget.20763
https://doi.org/10.1007/s11357-019-00151-6
https://www.frontiersin.org/journals/endocrinology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/endocrinology#articles

Luetal

ES Regulates Lipolysis via NLRP3

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

Lipolysis During Ageing. Nature (2017) 550:119-23. doi: 10.1038/
nature24022

Huang D, Chen M, Wang Z, Hou L, Yu W. Electroacupuncture Pretreatment
Attenuates Inflammatory Lung Injury After Cardiopulmonary Bypass by
Suppressing NLRP3 Inflammasome Activation in Rats. Inflammation
(2019) 42:895-903. doi: 10.1007/s10753-018-0944-y

Jiang T, Wu M, Zhang Z, Yan C, Ma Z, He S, et al. Electroacupuncture
Attenuated Cerebral Ischemic Injury and Neuroinflammation Through
o7nachr-Mediated Inhibition of NLRP3 Inflammasome in Stroke Rats. Mol
Med (2019) 25:22. doi: 10.1186/510020-019-0091-4

Fox CS, Massaro JM, Hoffmann U, Pou KM, Maurovich-Horvat P, Liu CY,
et al. Abdominal Visceral and Subcutaneous Adipose Tissue Compartments:
Association With Metabolic Risk Factors in the Framingham Heart Study.
Circulation (2007) 116:39-48. doi: 10.1161/CIRCULATIONAHA.106.675355
Yamamoto Y, Gesta S, Lee KY, Tran TT, Saadatirad P, Kahn CR. Adipose
Depots Possess Unique Developmental Gene Signatures. Obes (Silver Spring)
(2010) 18:872-8. doi: 10.1038/0by.2009.512

Hwang I, Jo K, Shin KC, Kim JI, Ji Y, Park Y], et al. GABA-Stimulated Adipose-
Derived Stem Cells Suppress Subcutaneous Adipose Inflammation in Obesity.
Proc Natl Acad Sci U S A (2019) 116:11936-45. doi: 10.1073/pnas.1822067116
Hu XM, Yuan MQ, Yin Y, Wang YD, Li YQ, Zhang N, et al.
Electroacupuncture at LI11 Promotes Jejunal Motility via the
Parasympathetic Pathway. BMC Complement Altern Med (2017) 17:329.
doi: 10.1186/s12906-017-1826-9

Horai Y, Kakimoto T, Takemoto K, Tanaka M. Quantitative Analysis of
Histopathological Findings Using Image Processing Software. J Toxicol Pathol
(2017) 30:351-8. doi: 10.1293/tox.2017-0031

Hotamisligil GS. Inflammation and Metabolic Disorders. Nature (2006)
444:860-7. doi: 10.1038/nature05485

Yu Z, Xia Y, Ju C, Shao Q, Mao Z, Gu Y, et al. Electroacupuncture Regulates
Glucose-Inhibited Neurons in Treatment of Simple Obesity. Neural Regener
Res (2013) 8:809-16. doi: 10.3969/j.issn.1673-5374.2013.09.005

Lee MJ, Wu Y, Fried SK. Adipose Tissue Remodeling in Pathophysiology of
Obesity. Curr Opin Clin Nutr Metab Care (2010) 13:371-6. doi: 10.1097/
MCO.0b013e32833aabef

Sun K, Kusminski CM, Scherer PE. Adipose Tissue Remodeling and Obesity.
J Clin Invest (2011) 121:2094-101. doi: 10.1172/JCI45887

Carobbio S, Pellegrinelli V, Vidal-Puig A. Adipose Tissue Function and
Expandability as Determinants of Lipotoxicity and the Metabolic Syndrome.
Adv Exp Med Biol (2017) 960:161-96. doi: 10.1007/978-3-319-48382-5_7
Bartness TJ, Liu Y, Shrestha YB, Ryu V. Neural Innervation of White Adipose
Tissue and the Control of Lipolysis. Front Neuroendocrinol (2014) 35:473-93.
doi: 10.1016/j.yfrne.2014.04.001

Davidovic V, Radojicic R, Cvijic G, Durasevic S, Petrovic N. Activities of
Antioxidant Enzymes and Monoamine Oxidase-A in the Rat Interscapular
Brown Adipose Tissue: Effects of Insulin and 6-Hydroxydopamine. Comp
Biochem Physiol C Pharmacol Toxicol Endocrinol (1997) 117:181-6.
doi: 10.1016/50742-8413(97)00065-0

Pirzgalska RM, Seixas E, Seidman JS, Link VM, Sanchez NM, Mahu I, et al.
Sympathetic Neuron-Associated Macrophages Contribute to Obesity by
Importing and Metabolizing Norepinephrine. Nat Med (2017) 23:1309-18.
doi: 10.1038/nm.4422

Liaw JJ, Peplow PV. Effect of Electroacupuncture on Inflammation in the
Obese Zucker Fatty Rat Model of Metabolic Syndrome. ] Acupunct Meridian
Stud (2016) 9:73-9. doi: 10.1016/j.jams.2015.08.004

Liaw JJ, Peplow PV. Effects of Electroacupuncture on Pro-/Anti-Inflammatory
Adipokines in Serum and Adipose Tissue in Lean and Diet-Induced Obese Rats.
J Acupunct Meridian Stud (2016) 9:65-72. doi: 10.1016/j.jams.2015.06.011

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

Wen CK, Lee TY. Electroacupuncture Decreases the Leukocyte Infiltration to
White Adipose Tissue and Attenuates Inflammatory Response in High Fat
Diet-Induced Obesity Rats. Evid Based Complement Alternat Med (2014)
2014:473978. doi: 10.1155/2014/473978

Su M, Sun L, Li W, Liu H, Liu Y, Wei Y, et al. Metformin Alleviates
Hyperuricaemia-Induced Serum FFA Elevation and Insulin Resistance by
Inhibiting Adipocyte Hypertrophy and Reversing Suppressed White Adipose
Tissue Beiging. Clin Sci (Lond) (2020) 134:1537-53. doi: 10.1042/CS20200580
Tang Q, Lu M, Xu B, Wang Y, Lu S, Yu Z, et al. Electroacupuncture Regulates
Inguinal White Adipose Tissue Browning by Promoting Sirtuin-1-Dependent
Ppary Deacetylation and Mitochondrial Biogenesis. Front Endocrinol
(Lausanne) (2020) 11:607113. doi: 10.3389/fendo.2020.607113

Kosteli A, Sugaru E, Haemmerle G, Martin JF, Lei ], Zechner R, et al. Weight
Loss and Lipolysis Promote a Dynamic Immune Response in Murine Adipose
Tissue. J Clin Invest (2010) 120:3466-79. doi: 10.1172/JC142845

Large V, Reynisdottir S, Langin D, Fredby K, Klannemark M, Holm C, et al.
Decreased Expression and Function of Adipocyte Hormone-Sensitive Lipase
in Subcutaneous Fat Cells of Obese Subjects. J Lipid Res (1999) 40:2059-66.
doi: 10.1016/50022-2275(20)32429-9

Mansfeld G, Miiller F. Der Einfluss Des Nervensystems Auf Die Mobilisierung
Von Fett. Pfliiger's Archiv fiir die gesamte Physiologie Des Menschen und der
Tiere (1913) 152:61-7. doi: 10.1007/BF01680895

Lu SF, Tang YX, Zhang T, Fu SP, Hong H, Cheng Y, et al. Electroacupuncture
Reduces Body Weight by Regulating Fat Browning-Related Proteins of
Adipose Tissue in HFD-Induced Obese Mice. Front Psychiatry (2019)
10:353. doi: 10.3389/fpsyt.2019.00353

Goodman R, Oesch F, Thoenen H. Changes in Enzyme Patterns Produced by
High Potassium Concentration and Dibutyryl Cyclic AMP in Organ Cultures
of Sympathetic Ganglia. ] Neurochem (1974) 23:369-78. doi: 10.1111/j.1471-
4159.1974.tb04368.x

Pintar JE, Breakefield XO, Patterson PH. Differences in Monoamine Oxidase
Activity Between Cultured Noradrenergic and Cholinergic Sympathetic
Neurons. Dev Biol (1987) 120:305-8. doi: 10.1016/0012-1606(87)90128-X
Martinon F, Burns K, Tschopp J. The Inflammasome: A Molecular Platform
Triggering Activation of Inflammatory Caspases and Processing of prolL-
Beta. Mol Cell (2002) 10:417-26. doi: 10.1016/S1097-2765(02)00599-3
Zhang T, Yang WX, Wang YL, Yuan J, Qian Y, Sun QM, et al.
Electroacupuncture Preconditioning Attenuates Acute Myocardial Ischemia
Injury Through Inhibiting NLRP3 Inflammasome Activation in Mice. Life Sci
(2020) 248:117451. doi: 10.1016/j.1fs.2020.117451

Conflict of Interest: The authors declare that the research was conducted in the
absence of any commercial or financial relationships that could be construed as a
potential conflict of interest.

Publisher’s Note: All claims expressed in this article are solely those of the authors
and do not necessarily represent those of their affiliated organizations, or those of
the publisher, the editors and the reviewers. Any product that may be evaluated in
this article, or claim that may be made by its manufacturer, is not guaranteed or
endorsed by the publisher.

Copyright © 2022 Lu, Yu, Li, Gong, An, Xu, Yuan, Liang, Yu and Xu. This is an open-
access article distributed under the terms of the Creative Commons Attribution
License (CC BY). The use, distribution or reproduction in other forums is permitted,
provided the original author(s) and the copyright owner(s) are credited and that the
original publication in this journal is cited, in accordance with accepted academic
practice. No use, distribution or reproduction is permitted which does not comply with
these terms.

Frontiers in Endocrinology | www.frontiersin.org

January 2022 | Volume 12 | Article 773127


https://doi.org/10.1038/nature24022
https://doi.org/10.1038/nature24022
https://doi.org/10.1007/s10753-018-0944-y
https://doi.org/10.1186/s10020-019-0091-4
https://doi.org/10.1161/CIRCULATIONAHA.106.675355
https://doi.org/10.1038/oby.2009.512
https://doi.org/10.1073/pnas.1822067116
https://doi.org/10.1186/s12906-017-1826-9
https://doi.org/10.1293/tox.2017-0031
https://doi.org/10.1038/nature05485
https://doi.org/10.3969/j.issn.1673-5374.2013.09.005
https://doi.org/10.1097/MCO.0b013e32833aabef
https://doi.org/10.1097/MCO.0b013e32833aabef
https://doi.org/10.1172/JCI45887
https://doi.org/10.1007/978-3-319-48382-5_7
https://doi.org/10.1016/j.yfrne.2014.04.001
https://doi.org/10.1016/S0742-8413(97)00065-0
https://doi.org/10.1038/nm.4422
https://doi.org/10.1016/j.jams.2015.08.004
https://doi.org/10.1016/j.jams.2015.06.011
https://doi.org/10.1155/2014/473978
https://doi.org/10.1042/CS20200580
https://doi.org/10.3389/fendo.2020.607113
https://doi.org/10.1172/JCI42845
https://doi.org/10.1016/S0022-2275(20)32429-9
https://doi.org/10.1007/BF01680895
https://doi.org/10.3389/fpsyt.2019.00353
https://doi.org/10.1111/j.1471-4159.1974.tb04368.x
https://doi.org/10.1111/j.1471-4159.1974.tb04368.x
https://doi.org/10.1016/0012-1606(87)90128-X
https://doi.org/10.1016/S1097-2765(02)00599-3
https://doi.org/10.1016/j.lfs.2020.117451
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/endocrinology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/endocrinology#articles

	Electroacupuncture Stimulation Regulates Adipose Lipolysis via Catecholamine Signaling Mediated by NLRP3 Suppression in Obese Rats
	Introduction
	Material and Methods
	Animals
	ES
	Treatment With an NLRP3 Inflammasome Agonist
	Hematoxylin and Eosin Staining of White Adipose Tissue
	Western Blot
	Immunohistochemistry
	RT-PCR
	Detection of Serum Free Fatty Acid, Cholesterol, and Triglyceride Level
	ELISA
	Caspase-1 Activity Assay
	Statistical Analysis

	Results
	ES Reduced Body Weight and Systemic Inflammation in the HFD Group
	ES Attenuated Adipose Inflammation and Dyslipidemia
	ES Induced Lipolysis by Attenuating the Activation of MAOA in eWAT
	ES Suppression of NAMs in eWAT
	ES Regulated NAM via Suppression of the NLRP3 Inflammasome
	NLRP3 Inflammasome Agonist Suppressed ES-Mediated Lipolysis

	Discussion
	Conclusion
	Data Availability Statement
	Ethics Statement
	Author Contributions
	Funding
	Acknowledgments
	Supplementary Material
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages false
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 1
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /ENU (T&F settings for black and white printer PDFs 20081208)
  >>
  /ExportLayers /ExportVisibleLayers
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /BleedOffset [
        0
        0
        0
        0
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /ClipComplexRegions true
        /ConvertStrokesToOutlines false
        /ConvertTextToOutlines false
        /GradientResolution 300
        /LineArtTextResolution 1200
        /PresetName ([High Resolution])
        /PresetSelector /HighResolution
        /RasterVectorBalance 1
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks true
      /IncludeHyperlinks true
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MarksOffset 6
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


