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Abstract
Chronic inflammation is known to be associated with visceral obesity and insulin resis-
tance and is characterized by altered levels of production of adipokines such as tumor ne-
crosis factor-a (TNF-a), interleukin-1 (IL-1), IL-6, leptin, and adiponectin. Metabolic
syndrome (MetS) is a major and escalating public health and clinical challenge worldwide,
and patients with MetS have an increased risk of developing cardiovascular disease and
type 2 diabetes mellitus. Electroacupuncture (EA) was tested as a means of decreasing
inflammation in genetically obese Zucker fatty rats, which serve as a model of MetS.
Repeated application of EA at the Zhongwan/Guanyuan acupoints decreased serum
TNF-a, but produced no significant alterations in serum leptin, adiponectin, or IL-10.
EA had no significant effect on the levels of these four adipokines in white adipose tissue.
These findings are consistent with the supposition that EA inhibits proliferation and/or
infiltration of macrophages into the adipose tissue of obese rats and stimulates the
release of IL-10 from the decreased numbers of macrophages present in adipose tissue.
Compared with the control animals, no significant change in body weight occurred. The
blood glucose (BG) level over a 30-minute interval in Week 2 was relatively the same
as that in Week 1, suggesting that EA treatment does not increase the likelihood of devel-
oping hyperglycemia.
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. Introduction

besity and diabetes mellitus have emerged as major
ealth issues worldwide with increasing incidence and
revalence. According to the World Health Organization
lobal Health Estimates, in 2014, 39% of adults aged � 18
ears were overweight (body mass index � 25 kg/m2), 13%
ere obese (body mass index � 30 kg/m2) [1] and 9% had
iabetes [2]. The International Diabetes Federation has
efined metabolic syndrome (MetS) as a cluster of risk
actors such as prediabetes, diabetes, abdominal obesity,
ypercholesterolemia, and hypertension that collectively
crease the risk of cardiovascular diseases. The Interna-
ional Diabetes Federation also estimates that a quarter of
he global adult population has MetS and that this is likely
o be an upward trend [3].
Obesity is described as a low-grade chronic inflammatory

ondition characterized by adipocyte hyperplasia and hy-
ertrophy [4], increased levels of circulating leptin [5],
ecreased levels of circulating adiponectin [6], and
creased numbers of classically activated macrophages in
he white adipose tissue which produce many proin-
ammatory cytokines like tumor necrosis factor-a (TNF-a),
terleukin-1 (IL-1), and IL-6 [4]. Obesity often coexists
ith other serious morbidities such as hypertension, car-
iovascular disease, diabetes, and cancer [7]. Treatments
hat have been used to reduce obesity include physical
xercise, lifestyle changes including diet, psychosocial
ounselling, bariatric surgery, liposuction, and acupunc-
ure. Medications have proven to be largely ineffective,
ften causing serious side effects including cardiovascular
isease [8].
The development of obesity has been attributed to both

enetic and environmental factors. Obese Zucker fatty rats
ave been widely investigated and used as genetic models
f obesity and MetS. These obese rats possess a single gene
fa/fa) mutation characterized by a defect in leptin re-
eptor [9e12] and can be visually distinguished from their
an littermates by 5 weeks of age due to excessive depo-
ition of subcutaneous [13] and visceral adipose tissue.
hey are characterized by hyperphagia, insulin resistance,
yslipidemia, central adiposity, and hypertension [14], all
isk factors involved in MetS [12]. These rats have also
reviously been used to evaluate the effects of antiobesity
reatment like dehydroepiandrosterone [15], agonists of
eroxisome proliferator-activated receptor alpha [16,17]
nd gamma [16] on serum lipids, body weight, and insulin
ensitivity. Although effective in regulating certain pa-
ameters in obesity, many of them also cause serious side
ffects [8,18,19]. Habitual exercise was also shown to in-
rease TNF-a in the adipose tissue of obese Zucker fatty
ats [20].
Based on the antiinflammatory effects of electro-

cupuncture (EA) [21], it has been proposed as a means to
ontrol the low-grade inflammation in the obese Zucker
atty rat model of MetS. The present study was designed to
est whether repeated application of EA in obese Zucker
atty rats would lead to a change in the imbalance of
roinflammatory and antiinflammatory cytokines produced
y white adipose tissue. The effect of EA on body weight
nd levels of glucose, insulin, leptin, adiponectin, TNF-a,
m

nd IL-10 were measured. A change in the relative con-
entrations of IL-10 and TNF-a in blood and adipose tissue
ould indicate a reversal in activation state of adipose
issue macrophages, while a change in the relative con-
entrations of adiponectin and leptin levels would indicate
n alteration in insulin resistance. Antiobesity treatments
r medications should ideally not increase blood glucose
BG) levels, as otherwise, there would be a tendency to-
ards diabetes which often coexists with obesity.

. Materials and methods

.1. Animals

ale obese Zucker fatty rats, 12e14 weeks of age, were
btained from a breeding colony maintained at the Taieri
nimal Station and delivered to the Hercus Taieri Research
nit, University of Otago, Dunedin, New Zealand. The rats
ere fed standard rat chow (Specialty Feeds irradiated rat
nd mouse cubes, 4.8% fat, 20% protein, amino acids, vi-
amins and minerals, 3.34 kcal/g; Specialty Feeds, Glen
orest, Western Australia, Australia) and acclimatized to
he new environment for 1 week. They were housed in in-
ividual cages with food and water ad libitum in a room
ith a 12 hour/12 hour light/dark cycle at constant tem-
erature. Animals were deprived of food at 3:00 PM on the
ay prior to the experiment to ensure an overnight fast of
t least 17 hours. This study was approved by the University
f Otago Animal Ethics Committee.

.2. Treatment of animals

.2.1. Anesthesia and EA
he obese Zucker fatty rats were divided into two groups.
ats in both groups were anesthetized with halothane (1%)
3:1 mixture of nitrous oxide:oxygen 1.2 L/min. This

volved placing the nose of each animal in the nose cone of
he anesthetic apparatus. BG was measured with a hand-
eld glucometer (Accu-Chek Advantage, Roche, Roche Di-
gnostics NZ Ltd., Mt Wellington, Auckland, New Zealand)
fter needle pricking the lateral saphenous vein of one of
he hind limbs at 10 minutes and 20 minutes following
nesthesia. This was to confirm that at 20 minutes, BG is
elatively stable and can be used as a baseline.
The obese Zucker fatty rats in Group 1 [n Z 5; mean age

standard error) 14.6 (0.40) weeks; mean weight 528 (6.6) g]
ere treated with EA applied at the Zhongwan (CV12) and
uanyuan (CV4) acupoints, while obese Zucker fatty rats in
roup 2 [n Z 7; mean age 14.1 (0.40) weeks; mean weight
40 (13.0) g] were not treated with EA and served as con-
rols. EA treatments were given on alternate weekdays
iving a total of six applications of EA over 2 weeks. The
cupoints were located using the acupoint detector of the
A unit. The Zhongwan acupoint is 9/14 above the pubic
rest of the distance measured between the top of the xi-
hoid process and the pubic crest, whereas the Guanyuan
cupoint is 2/14 of this distance above the pubic crest [22].
he hair at the acupoint sites was removed with electric
lippers. Sterile acupuncture needles (Seirin Corporation,
hizuoka, Japan, 0.25 mm, 15 mm) were inserted into the
uscle layer at the chosen acupoints to a depth of 4 mm. EA



Table 1 Body weight measurements (g).

Obese Zucker fatty rats

Group 1 Group 2

Day 1 528 (6.6) 540 (13.0)
Day 12 512 (7.3)* 518 (9.2)*

Data presented as mean (standard error).
* Significantly different from Day 1 by paired t test (p < 0.05).

Electroacupuncture in Obese Zucker Fatty Rats 75
was carried out for 30 minutes at frequency 10 Hz, pulse
width 200 mS, and intensity 15 mA using Hans E600 EA unit
(Han’s Healthronics, Likon, Taipei, Taiwan). The positive
and negative charges were connected to the Zhongwan and
Guanyuan acupoints, respectively. The frequency and in-
tensity of the electrical stimulation were monitored in a
previous study [23] with an oscilloscope located at both ends
of a resistor (20 U) inserted into the circuit. On each day at
the completion of treatment, BG was measured again (i.e.,
at 50 minutes) and the weights of the animals measured.

2.2.2. Collection of blood serum and white adipose tissue
At the completion of the study on Day 12, the rats were
given sodium pentobarbitone (60 mg/mL in sterile saline,
0.4 mL i.p.). Blood was collected by cardiac puncture into
tubes and white adipose tissue harvested from the pelvic
region and frozen immediately in liquid nitrogen. The blood
samples were centrifuged (1500g, 10 minutes) and the sera
stored at �20�C and adipose tissue samples stored at �80�C
until assays for adiponectin, leptin, TNF-a, IL-10, and in-
sulin were performed.

2.3. Homogenization of white adipose tissue

The pelvic region had the largest depot of white adipose
tissue in the male obese Zucker fatty rats. Adipose tissue
(0.200 g) was homogenized in radioimmunoprecipitation
assay (RIPA) buffer (0.60 mL) using a Qiagen tissue lyser II
(Venlo, Netherlands; Program P5, 20 Hz, 2 minutes). The
RIPA buffer (0.625% Igepal CA-630, 0.625% sodium deoxy-
cholate, 6.25 mM sodium phosphate, and 1 mM ethyl-
enediaminetetraacetic acid at pH 7.4) contained 10 mg/mL
of protease inhibitor cocktail (Product P8340, Sigma Aldrich,
St Louis, MO, USA). Homogenates were centrifuged at 4�C
(12,000g, 5 minutes). An opening was made in the fat layer
and the infranatants collected and stored at �20�C [24].

2.4. Assay of blood sera and white adipose tissue
homogenates

The rat blood sera collected at the end of the study were
assayed for glucose, insulin, adiponectin, leptin, TNF-a,
and IL-10. The white adipose tissue homogenates were
assayed for adiponectin, leptin, TNF-a, and IL-10. Glucose
was measured spectrophotometrically by the hexokinase-
glucose-6-phosphate dehydrogenase method (Modular
analyzer, Roche Diagnostics). Insulin and the four
mentioned adipokines were measured using rat enzyme-
linked immunosorbent assay (ELISA) kits (Millipore, Abacus
ALS, Auckland, New Zealand).

2.5. Statistical analysis

Mean values of BG for Group 1 and Group 2 on Day 1, Day 3,
Day 5, Day 8, Day 10, and Day 12 were analyzed by analysis
of variance (ANOVA) and when a significant p value was
found, Duncan’s post hoc test was performed. BG values
were also compared over Week 1 (Day 1, Day 3, and Day 5
combined) and Week 2 (Day 8, Day 10, and Day 12 com-
bined) by the unpaired t test to provide a better exami-
nation of possible changes in BG by EA. Body weights of rats
in each group on Day 12 were compared with measurements
on Day 1 by the paired t test. The levels of insulin, glucose,
and adipokines for Group 1 and Group 2 were compared
using the unpaired t test. Significance was taken to be at
the level of p < 0.05.

3. Results

3.1. Effect of repeated EA on body weight

The mean body weight measurements on Day 1 and Day 12
for Group 1 and Group 2 are shown in Table 1. There was a
significant decrease in mean body weight on Day 12
compared with Day 1 for both Group 1 and Group 2
(p Z 0.0161, p Z 0.0295, respectively). However, there
was no significant difference in mean body weight between
Group 1 and Group 2 on Day 1 or on Day 12 (p > 0.05 for
both comparisons, unpaired t test).

3.2. Effect of repeated EA on BG

As in a previous study [23], the baseline BG level was taken
to be at 20 minutes and the change in BG was measured
over a 30 minute period from 20 to 50 minutes following
anesthesia. Table 2 shows the mean BG levels at 20 minutes
and 50 minutes and the change in BG on the various days of
treatment for both groups. Combined BG measurements at
20 minutes and change in BG over 30 minutes for Week 1
and Week 2 for both groups are presented in Table 3.

By ANOVA, for Group 1, the mean BG at 20 minutes on
Day 1 was significantly higher than on Day 3, Day 5, Day 8,
and Day 12, but not on Day 10 (p < 0.0005). No significant
changes were found in mean BG at 50 minutes (p Z 0.112).
For Group 2, the mean BG values at 20 minutes and 50
minutes on Day 1 were significantly higher than on all other
days (p Z 0.002, p Z 0.002, respectively). In both Group 1
and Group 2, there were no significant changes in the mean
change in BG over 30 minutes during the study period
(p Z 0.486, p Z 0.175, respectively). For Group 1, there
was a positive change in BG over 30 minutes on all the
treatment days, whereas for Group 2 there was a negative
change in BG over 30 minutes on all the treatment days
except Day 10. Statistically significant differences were
found between the mean change in BG for Group 1
compared with Group 2 on Day 5 (end of Week 1) and Day 12
(end of Week 2) (unpaired t test, p Z 0.0438, p Z 0.0055,
respectively).

By the unpaired t test, for Group 1, there was no sig-
nificant difference in baseline BG or change in BG for Week
2 compared with Week 1 (p Z 0.80, p Z 0.43,
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Table 2 Blood glucose measurements (mmol/L) on days
of treatment.

Day of study BG at 20 min BG at 50 min Change in BG

Group 1 (obese Zucker fatty rats, EA treated)
Day 1 7.92 (0.53)a 8.54 (0.62) 0.62 (0.60)
Day 3 5.42 (0.41)b 5.90 (0.86) 0.48 (0.76)
Day 5 4.94 (0.21)b 5.96 (0.69) 1.02 (0.49)*
Day 8 6.08 (0.35)b,c 6.30 (0.50) 0.22 (0.18)
Day 10 7.04 (0.52)a,c 9.58 (2.21) 2.54 (1.79)
Day 12 5.54 (0.42)b 6.58 (0.54) 1.04 (0.16)*
Group 2 (obese Zucker fatty rats, control)
Day 1 7.96 (0.64)d 7.64 (0.48)f �0.32 (0.20)
Day 3 5.74 (0.61)e 5.14 (0.64)g �0.60 (0.07)
Day 5 4.84 (0.55)e 4.66 (0.50)g �0.18 (0.12)
Day 8 5.10 (0.38)e 5.06 (0.23)g �0.04 (0.27)
Day 10 5.84 (0.37)e 6.06 (0.54)g 0.22 (0.30)
Day 12 5.40 (0.19)e 5.36 (0.20)g �0.04 (0.24)

Data presented as mean (standard error). Data tested for each
group by analysis of variance (ANOVA) and Duncan’s test with
significance taken to be at the level p < 0.05. For each group,
values with different superscript letters within individual col-
umns are significantly different.
* Significantly different from Group 2 by unpaired t test
(p < 0.05).
BG Z blood glucose; EA Z electroacupuncture.

Table 4 Measurements of adiponectin, leptin,
interleukin-10 (IL-10), tumor necrosis factor-a (TNF-a), in-
sulin, and glucose in blood sera.

Obese Zucker fatty rats

Group 1 Group 2

Adiponectin (mg/mL) 15.28 (3.41) 21.72 (1.47)
Leptin (ng/mL) 66.16 (4.36) 63.22 (2.46)
Adiponectin:leptin (� 103) 0.24 (0.07) 0.34 (0.02)
IL-10 (pg/mL) 12.91 (2.55) 20.15 (3.78)
TNF-a (pg/mL) 3.47 (0.89)* 18.89 (0.86)
IL-10:TNF-a 2.66 (0.54)* 1.00 (0.28)
Insulin (ng/mL) 13.63 (0.95) 12.42 (1.62)
Glucose (mmol/L) 12.23 (1.25) 9.18 (0.84)

Data presented as mean (standard error). The adipo-
nectin:leptin ratios were determined from levels expressed in
ng/mL.
* Significantly different from Group 2 by unpaired t test
(p < 0.05).
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espectively). However, for Group 2, there was a significant
ise in the value of change in BG in Week 2 compared with
eek 1 (p Z 0.02). For Group 1, the change in BG during
eek 1 and baseline BG during Week 2 were significantly
igher than for Group 2 (p Z 0.005, p Z 0.03,
espectively).
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.3. Effect of repeated EA on adipokines, insulin,
nd glucose in blood sera

he mean values for adiponectin, leptin, IL-10, TNF-a, in-
ulin, and glucose in the blood sera collected at the end of
he study on Day 12 are presented in Table 4. There were no
ignificant differences in the mean values of adiponectin,
ptin, IL-10, insulin, and glucose between Group 1 and
roup 2 (p > 0.05). The mean value of serum TNF-a was
ignificantly lower in Group 1 than in Group 2 (p Z 0.0001).
he adiponectin:leptin ratio was not significantly different
etween the two groups (p > 0.05), but the IL-10:TNF-a
Table 3 Blood glucose measurements (mmol/L) over Week 1 and

Week 1

Baseline BG (at 20 min) Change in BG over 30 min

Obese Zucker fatty rats
Group 1 6.09 (0.41) 0.71 (0.34)*
Group 2 6.18 (0.47) �0.37 (0.09)

Data presented as mean (standard error).
* Significantly different from Group 2 by unpaired t test (p < 0.05).
y Significantly different from Week 1 by unpaired t test (p < 0.05).
atio was significantly higher for Group 1 than Group 2
p Z 0.05).

.4. Effect of repeated EA on adipokines in white
dipose tissue

he mean values for adiponectin, leptin, IL-10, and TNF-a
the white adipose tissue collected at the end of the study

n Day 12 are given in Table 5. There were no significant
ifferences in the mean adiponectin, leptin, IL-10, and
NF-a levels between Group 1 and Group 2 (p > 0.05). The
diponectin:leptin ratio and IL-10:TNF-a ratio were also not
ignificantly different between the two groups (p > 0.05).
our of the five values for adiponectin in Group 1 were >
.00 mg/mL, whereas only one of the five values in Group 2
as > 9.00 mg/mL (by 2 � 2 Chi-square test, p z 0.05).

. Discussion

besity has become a major public health issue worldwide.
is a contributing factor in diabetes, cardiovascular dis-

ase, hypertension, stroke, cancer, osteoarthritis, asthma,
nd sleep apnea [25], and one of the components of MetS.
etS is a state of chronic low-grade inflammation as a
onsequence of complex interactions between genetic and
nvironmental factors. It is characterized by the clustering
Week 2.

Week 2

Baseline BG (at 20 min) Change in BG over 30 min

6.22 (0.29)* 1.27 (0.61)
5.45 (0.19) 0.05 (0.15)y



Table 5 Measurements of adiponectin, leptin,
interleukin-10 (IL-10) and tumor necrosis factor-a (TNF-a) in
white adipose tissue.

Obese Zucker fatty rats

Group 1 Group 2

Adiponectin (mg/mL) 13.35 (2.84) 7.35 (1.51)
Leptin (ng/mL) 48.16 (3.39) 43.06 (2.34)
Adiponectin:leptin (� 103) 0.27 (0.05) 0.17 (0.03)
IL-10 (pg/mL) 469.4 (16.39) 486.7 (28.26)
TNF-a (pg/mL) 21.13 (1.63) 17.87 (1.70)
IL-10:TNF-a 22.70 (1.83) 27.97 (2.56)

Data presented as mean (standard error). The adipo-
nectin:leptin ratios were determined from levels expressed in
ng/mL. White adipose tissue (0.2 g) was homogenized in 0.6 mL
radioimmunoprecipitation assay (RIPA) buffer with protease
inhibitor, centrifuged, and the infranatant assayed.
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of multiple metabolic abnormalities, including obesity,
hypertension, dyslipidemia, insulin resistance, and
impaired glucose tolerance as its main components. Many
animal models of MetS have contributed to an under-
standing of the pathophysiological basis and development
of novel therapies. Although each animal model has limi-
tations and strengths, used together in a complementary
fashion, they are essential for research on the MetS and for
understanding the etiology and pathogenesis towards a
cure [26]. Insulin resistance and the compensatory hyper-
insulinemia are considered to be key elements of MetS.
Only a few naturally occurring diabetes-prone and geneti-
cally altered rodent strains present with insulin resistance
and hyperinsulinemia spontaneously. The frequently used
diabetes-prone rodent model, the Zucker fatty rat, has
monogenic inheritance and development of insulin resis-
tance and diabetes.

There is increasing evidence that obesity and insulin-
resistant states are associated with a low-grade inflamma-
tion resulting from chronic activation of the innate immune
system. Individuals with MetS produce a relative excess of
proinflammatory cytokines such as TNF-a and IL-6, both of
which are produced by adipose tissue, thereby leading to
an imbalance of proinflammatory and antiinflammatory
cytokines. Interventions aimed at causing weight loss in
obese women had led to reductions in the levels of proin-
flammatory proteins including IL-6 [27].

The present study has used the Zucker fatty rat and was
designed to test whether repeated EA application would
reduce body weight and alter the imbalance of proin-
flammatory and antiinflammatory cytokines produced by
white adipose tissue. The blood serum TNF-a level was
significantly decreased on EA treatment, but there was no
alteration in the serum levels of adiponectin, leptin, insu-
lin, or glucose. The decrease in serum TNF-a level by EA is
consistent with other reported studies [28,29]. TNF-a is
principally produced by macrophages (classically activated,
M1 activation state), and its decrease would indicate that
EA treatment was effective in reducing the overall inflam-
matory state of the Zucker fatty rats and in reducing insulin
resistance, even though no change was found in serum
adiponectin and leptin. TNF-a induces insulin resistance by
inhibition of the insulin receptor substrate 1 signaling
pathway [30]. Previous studies showed that obesity in ro-
dents resulted in an increase in macrophages in adipose
tissue [20,31] due to an increased infiltration and/or pro-
liferation of these cells [32], and infiltration of macro-
phages into adipose tissue of diet-induced obese rats was
inhibited by EA [29]. Inhibition of macrophage infiltration
would explain the decreased serum TNF-a level on EA
treatment. The lack of a decrease in serum IL-10 by a
reduced number of macrophages in the adipose tissue
would suggest that EA has altered the activation state (to
alternatively activated, M2 activation state). A question
remains as to why the level of TNF-a in the adipose tissue
was not decreased in EA-treated animals. A suggestion is
that there is an increase in the number of other cell type(s)
present in the adipose tissue that contain TNF-a, e.g.,
vascular endothelial cells, and which would be increased if
EA led to an increase in vascularity.

An alternative explanation is that EA treatment does not
inhibit infiltration of macrophages into the adipose tissue
but rather suppresses the release of TNF-a from the mac-
rophages present and does not alter the activation state of
the macrophages. This would explain the decrease in serum
TNF-a and the lack of change in serum IL-10 level. To
determine which of these is the more likely explanation
would require immunocytochemical staining of specific cell
markers for M1 and M2 macrophages and also for vascular
endothelial cells. Macrophages could also be isolated from
adipose tissue of EA-treated and control animals and then
characterized and quantitated by flow cytometry analysis
[33].

EA treatment did not increase baseline BG or the change
in BG over 30 minutes for Week 2 compared with Week 1,
whereas for the controls, the change in BG over 30 minutes
was significantly increased in Week 2 compared with Week
1. Thus EA treatment of Zucker fatty rats does not stimu-
late the development of hyperglycemia.

The body weights of the Zucker fatty rats decreased
during the study period and EA had no apparent effect.
Inhaled anesthetic gases, particularly nitrous oxide, have
been reported to suppress appetite [34]. It seems likely
that exposure to the anesthetic gas for long periods (50
minutes) is responsible for the decrease in body weight of
EA-treated and control animals during the 2-week study
period. In future studies to test the effect of repeated EA
on body weight of Zucker fatty rats, it may be necessary to
use conscious animals that have been trained to be
restrained inside a plastic cylinder [35].

In a previous study, EA treatment of obese Zucker dia-
betic fatty rats 22e24 weeks of age did not significantly
alter levels of leptin and adiponectin in blood serum and
adipose tissue, although there was an indication that adi-
ponectin levels were increased [36]. This is similar to the
findings of the present study for obese Zucker fatty rats 15
weeks of age. It may be that with advanced metabolic
derangement, EA given as six treatments over 2 weeks does
not affect the adipose tissue to the same extent as when
the metabolic disturbance is at an earlier, lesser stage.

In conclusion, this study has shown that EA in Zucker
fatty rats at Zhongwan and Guanyuan acupoints decreased
serum TNF-a, with no significant alteration in serum leptin,
adiponectin, or IL-10. EA had no significant effect on the
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here was an indication that adiponectin was increased.
urther studies are warranted with a larger number of an-
als to obtain additional data on adipokine levels in serum

nd adipose tissue, and to characterize and quantitate
acrophages and vascular endothelial cells in the adipose
issue.

isclosure statement

he authors declare that they have no conflicts of interest
nd no financial interests related to the material of this
anuscript.

cknowledgments

e wish to thank New Zealand Veterinary Pathology Ltd,
amilton, New Zealand for performing assays of adipo-
ectin, leptin, TNF-a, IL-10, insulin and glucose. The
ssistance of D. Matthews, Hercus Taieri Resource Unit,
niversity of Otago, with collection of the blood is grate-
ully acknowledged.

eferences

[1] World Health Organization. Fact sheet: obesity and over-
weight. Available at: http://www.who.int/mediacentre/
factsheets/fs311/en/ [Date accessed: March 30, 2015].

[2] World Health Organization. Fact sheet: diabetes. Available at:
http://www.who.int/mediacentre/factsheets/fs312/en/
[Date accessed: July 16, 2015].

[3] International Diabetes Federation (IDF). IDF Worldwide defi-
nition of the metabolic syndrome. Available at: http://www.
idf.org/metabolic-syndrome [Date accessed: July 16, 2015].

[4] Balistreri CR, Caruso C, Candore G. The role of adipose tissue
and adipokines in obesity-related inflammatory diseases.
Mediators Inflamm. 2010;2010:802078.

[5] Maffei M, Halaas J, Ravussin E, Pratley RE, Lee GH, Zhang Y,
et al. Leptin levels in human and rodent: measurement of
plasma leptin and ob RNA in obese and weight-reduced sub-
jects. Nat Med. 1995;1:1155e1161.

[6] Arita Y, Kihara S, Ouchi N, Takahashi M, Maeda K, Miyagawa J,
et al. Paradoxical decrease of an adipose-specific protein,
adiponectin, in obesity. Biochem Biophys Res Commun. 1999;
257:79e83.

[7] Schelbert KB. Comorbidities of obesity. Prim Care Clin Office
Pract. 2009;36:271e285.

[8] Vickers SP, Jackson HC, Cheetham SC. New drug design and
therapeutic development for weight reduction: preclinical
studies and clinical trials. In: Peplow PV, Adams JD, Young T,
eds. Cardiovascular and metabolic disease: scientific discov-
eries and new therapies. Cambridge: Royal Society of Chem-
istry; 2015:90e116.

[9] Zucker LM, Zucker TF. Fatty, a new mutation in the rat. J
Hered. 1961;52:275e278.

10] Truett GE, Bahary N, Friedman JM, Leibel RL. Rat obesity gene
fatty (fa) maps to chromosome 5: evidence for homology with
the mouse gene diabetes (db). Proc Natl Acad Sci USA. 1991;
88:7806e7809.

11] Ogawa Y, Masuzaki H, Isse N, Okazaki T, Mori K, Shigemoto M,
et al. Molecular cloning of rat obese cDNA and augmented
gene expression in genetically obese Zucker fatty (fa/fa) rats.
J Clin Invest. 1995;96:1647e1652.

12] Angelova P, Boyadjiev N. A review on the models of obesity
and metabolic syndrome in rats. Trakia J Sciences. 2013;1:
5e12.

13] Boulange A, Planche E, de Gasquet P. Onset of genetic obesity
in the absence of hyperphagia during the first week of life in
the Zucker rat (fa/fa). J Lipid Res. 1979;20:857e864.

14] Kurtz TW, Morris RC, Pershadsingh HA. The Zucker fatty rat as
a genetic model of obesity and hypertension. Hypertension.
1989;13:896e901.

15] Kimura M, Tanaka S, Kiuchi Y, Yamakawa T, Sekihara H. De-
hydroepiandrosterone decreases serum tumor necrosis factor-
alpha and restores insulin sensitivity: independent effect from
secondary weight reduction in genetically obese Zucker fatty
rats. Endocrinology. 1998;139:3249e3253.

16] Chaput E, Saladin R, Silvestre M, Edgar AD. Fenofibrate and
rosiglitazone lower serum triglycerides with opposing effects
on body weight. Biochem Biophys Res Commun. 2000;271:
445e450.

17] Fu J, Oveisi F, Gaetani S, Lin E, Piomelli D. Oleoylethanola-
mide, an endogenous PPAR-a agonist, lowers body weight and
hyperlipidemia in obese rats. Neuropharmacology. 2005;48:
1147e1153.

18] University of Maryland Medical Center. Dehydroepiandroster-
one. Available at: http://umm.edu/health/medical/altmed/
supplement/dehydroepiandrosterone [Date accessed: July
22, 2015].

19] Bortolini M, Wright MB, Bopst M, Balas B. Examining the safety
of PPAR agonists - current trends and future prospects. Expert
Opin Drug Saf. 2013;12:65e79.

20] Martin-Cordero L, Garcia JJ, Giraldo E, De la Fuente M,
Manso R, Ortega E. Influence of exercise on the circulating
levels and macrophage production of IL-1b and IFNg affected
by metabolic syndrome: an obese Zucker rat experimental
animal model. Eur J App Physiol. 2009;107:535e543.

21] Liu F, Fang J, Shao X, Liang Y, Wu Y, Jin Y. Electroacupuncture
exerts an anti-inflammatory effect in a rat tissue chamber
model of inflammation via suppression of NF-kB activation.
Acupunct Med. 2014;32:340e345.

22] Chang SL, Lin JG, Chi TC, Liu IM, Cheng JT. An insulin-
dependent hypoglycaemia induced by electroacupuncture at
the Zhongwan (CV12) acupoint in diabetic rats. Diabetologia.
1999;42:250e255.

23] Peplow PV, Han SM. Repeated application of electro-
acupuncture ameliorates hyperglycemia in obese Zucker dia-
betic fatty rats. J Acupunct Meridian Stud. 2014;7:1e5.

24] Yamashita AS, Lira FS, Rosa JC, Paulino EC, Brum PC,
Negrao CE, et al. Depot-specific modulation of adipokine
levels in rat adipose tissue by diet-induced obesity: the effect
of aerobic training and energy restriction. Cytokine. 2010;52:
168e174.

25] Stein CJ, Colditz GA. The epidemic of obesity. J Clin Endo-
crinol Metab. 2004;89:2522e2525.

26] Varga O, Harangi M, Olsson IA, Hansen AK. Contribution of
animal models to the understanding of the metabolic syn-
drome: a systematic review. Obes Rev. 2010;11:792e807.

27] Esposito K, Pontillo A, Di Palo C, Giugliano G, Masella M,
Marfella R, et al. Effect of weight loss and lifestyle changes on
vascular inflammatory markers in obese women. JAMA. 2003;
289:1799e1804.

28] Yu Z, Xia Y, Ju C, Shao Q, Mao Z, Gu Y, et al. Electro-
acupuncture regulates glucose-inhibited neurons in treatment
of simple obesity. Neural Regen Res. 2013;8:809e816.

29] Wen CK, Lee TY. Electroacupuncture decreases the leukocyte
infiltration to white adipose tissue and attenuates

http://www.who.int/mediacentre/factsheets/fs311/en/
http://www.who.int/mediacentre/factsheets/fs311/en/
http://www.who.int/mediacentre/factsheets/fs312/en/
http://www.idf.org/metabolic-syndrome
http://www.idf.org/metabolic-syndrome
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref4
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref4
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref4
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref5
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref5
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref5
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref5
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref5
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref6
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref6
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref6
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref6
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref6
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref7
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref7
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref7
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref8
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref8
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref8
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref8
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref8
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref8
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref8
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref9
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref9
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref9
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref10
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref10
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref10
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref10
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref10
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref11
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref11
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref11
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref11
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref11
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref12
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref12
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref12
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref12
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref13
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref13
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref13
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref13
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref14
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref14
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref14
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref14
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref15
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref15
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref15
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref15
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref15
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref15
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref16
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref16
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref16
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref16
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref16
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref17
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref17
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref17
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref17
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref17
http://umm.edu/health/medical/altmed/supplement/dehydroepiandrosterone
http://umm.edu/health/medical/altmed/supplement/dehydroepiandrosterone
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref19
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref19
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref19
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref19
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref20
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref20
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref20
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref20
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref20
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref20
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref21
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref21
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref21
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref21
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref21
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref22
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref22
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref22
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref22
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref22
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref23
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref23
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref23
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref23
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref24
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref24
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref24
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref24
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref24
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref24
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref25
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref25
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref25
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref26
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref26
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref26
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref26
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref27
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref27
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref27
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref27
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref27
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref28
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref28
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref28
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref28
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref29
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref29


Electroacupuncture in Obese Zucker Fatty Rats 79
inflammatory response in high fat diet-induced obesity rats.
Evid Based Complement Alternat Med. 2014;2014:473978.

[30] Hotamisligil GS, Peraldi P, Budavari A, Ellis R, White MF,
Spiegelman BM. IRS-1-mediated inhibition of insulin receptor
tyrosine kinase activity in TNF-alpha- and obesity-induced
insulin resistance. Science. 1996;271:665e668.

[31] Bouloumie A, Curat CA, Sengenes C, Lolmede K, Miranville A,
Busse R. Role of macrophage tissue infiltration in
metabolic diseases. Curr Opin Nutr Metab Care. 2005;8:
347e354.

[32] Amano S, Cohen J, Vangala P, Tencerova M, Nicoloro S,
Yawe J, et al. Local proliferation of macrophages contributes
to obesity-associated adipose tissue inflammation. Cell
Metab. 2014;19:162e171.
[33] Orr JS, Kennedy AJ, Hasty AH. Isolation of adipose tissue im-
mune cells. J Vis Exp. 2013;22:e50707.

[34] WHO. Essential surgical care manual: resuscitation and
anaesthesia, important medical conditions for the anaesthe-
tist. Available at: http://www.steinergraphics.com/surgical/
005_13.8.html [Date accessed: March 30, 2015].

[35] Gong M, Wang X, Mao Z, Shao Q, Xiang X, Xu B. Effect of
electroacupuncture on leptin resistance in rats with diet-
induced obesity. Am J Chin Med. 2012;40:511e520.

[36] Peplow PV, McLean GT. Repeated electroacupuncture: an
effective treatment for hyperglycemia in a rat model. J
Acupunct Meridian Stud. 2015;8:71e76.

http://refhub.elsevier.com/S2005-2901(15)00150-8/sref29
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref29
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref30
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref30
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref30
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref30
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref30
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref31
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref31
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref31
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref31
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref31
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref32
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref32
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref32
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref32
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref32
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref33
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref33
http://www.steinergraphics.com/surgical/005_13.8.html
http://www.steinergraphics.com/surgical/005_13.8.html
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref35
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref35
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref35
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref35
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref36
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref36
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref36
http://refhub.elsevier.com/S2005-2901(15)00150-8/sref36

	Effect of Electroacupuncture on Inflammation in the Obese Zucker Fatty Rat Model of Metabolic Syndrome
	1. Introduction
	2. Materials and methods
	2.1. Animals
	2.2. Treatment of animals
	2.2.1. Anesthesia and EA
	2.2.2. Collection of blood serum and white adipose tissue

	2.3. Homogenization of white adipose tissue
	2.4. Assay of blood sera and white adipose tissue homogenates
	2.5. Statistical analysis

	3. Results
	3.1. Effect of repeated EA on body weight
	3.2. Effect of repeated EA on BG
	3.3. Effect of repeated EA on adipokines, insulin, and glucose in blood sera
	3.4. Effect of repeated EA on adipokines in white adipose tissue

	4. Discussion
	Disclosure statement
	Acknowledgments
	References


