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Effects of exercise training on microangiogenesis of rat

ischemic lower limbs

Mei Yan!, Ge Hong-wei?, Liu Yong?

Abstract

BACKGROUND: Previous studies demonstrated that ischemia can be compensated by establishing collateral circulation and
microangiogenesis, and exercise training can ameliorate blood supply of ischemic lower limb. However, whether exercise training
accelerate establishment of collateral circulation remains poorly understood.

OBJECTIVE: To explore the mechanism of exercise training on accelerating microangiogenesis of rat ischemic lower limb.
METHODS: Sprague-Dawley rats were randomly divided into the exercise training, model and sham-surgery groups. All animals
were established left lower limb ischemia models except those in the sham-surgery group. Rats in the exercise training group
were forced running 30 minutes per day at 1 week after model preparation and those in other groups were performed daily
activities. The adductor of ischemic lower limb was obtained for the examination of microvessel density and the expressions of
vascular endothelial growth factor and basic fibroblast growth factor. Simultaneously, bone marrow-derived endothelial progenitor

cells were harvested for detection of microangiogenesis.

RESULTS AND CONCLUSION: Number of endothelial progenitor cells, expressions of vascular endothelial growth factor and
basic fibroblast growth factor, as well as microvessel density of the exercise training group was obviously greater than those in the
model and sham-surgery groups (P < 0.01). Compared with the model and sham-surgery groups, in vitro vasculogenesis of bone
marrow-derived endothelial progenitor cells in the exercise training group was increased (P < 0.05). These findings demonstrated
that lower limb ischemia increases microangiogenesis, and exercise training enhances this effect.

INTRODUCTION

The incidence of chronic critical limb ischemia is
increasing yearly, the treatment, especially for
multi-segment arteriosclerotic obliteration or
extensive arterial occlusion, are difficultt]. Exercise
training can ameliorate blood supply of ischemic
lower limb, increase pain-free walking distance and
maximum walking distance, accordingly, improves
life quality. Currently, vascular growth factor and
gene therapy have applied for accelerating
microangiogenesis of the ischemic tissues in order to
treat ischemic disease. Studies have demonstrated
that exercise training accelerates microangiogenesis,
which provides a new approach for the treatment of
ischemic disease. In this experiment, we aimed to
explore the effects of exercise training on the
expressions of vascular endothelial growth factor
(VEGF) and basic fibroblast growth factor (bFGF), as
well as microangiogenesis in ischemic lower limb, to
explore relative mechanisms, and to provide
theoretical basis for the application of exercise
training on treating chronic limb ischemia.

MATERIALS AND METHODS

Design
A randomized controlled animal experiment.

Time and setting
The experiment was performed at the Animal Center
of Luzhou Medical College from May to July 2008.

Materials
Experimental animal
Totally 30 male, clean grade, Sprague-Dawley rats,
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weighted 200-220 g, aged 12 weeks, were provided
by the Animal Center of Luzhou Medical College. All
experimental procedures were in accordance with the
Guidance Suggestions for the Care and Use of
Laboratory Animals, published by the Ministry of
Science and Technology of the People’s Republic of
Chinal?.

Exercise training device

A self-made drum-type mesh training device was
utilized, which comprises a round mesh device

(1.0 m length, 50 cm diameter), a fixed frame at the
base, and a hand crank at one end. The device can
rotate with speed of 5 r/min. This device can be used
for training grip, rotation and walking of rats.

Main reagents are as follows:

Reagent Source

Rabbit anti-mouse
VWF factor
Rabbit anti-mouse VEGF, Zhongshan Golden-Bridge
bFGF polyclonal antibody Biotechnology Co., Ltd.,
China

Santa Cruz, USA

cck-8 kit Dojindo Laboratories, Japan

ELSIA kit Dalian Fanbang Company,
China

SABC kit Wuhan Boster Biological
Technology, Co., Ltd., China

Methods

Grouping and model preparation

All 30 rats were randomly divided into the exercise
training, model and sham-surgery groups, with 10
animals in each group. Rats in the exercise training
and model groups were anesthetized with intraperitoneal
injection of 3% pentobarbital (25 mg/kg), fixed, and the
surgical site were cleaned. A 2-cm length longitudinal
incision was cut at middle point of right inguinal region
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towards to knee. The stem of femoral artery was isolated cling to
inguinal region, ligated at the original site, cut down, and removed
femoral artery below knee, and the branch vessels of deep
femoral artery were ligated. The right lower leg skin was opened
and closed without other treatment in the sham-surgery group.
Rats in the exercise training group were forced running in the
drum-type mesh training device at 1 week after model
preparation with speed of 10 r/min and 20 m/min until fatigued.
Fatigue was defined as the inability to keep up with the treadmill
speed®®, about 30 minutes. Rats in the model and
sham-surgery groups were only performed daily activities.

Sample harvest and fixation

At 4 weeks after exercise training (30 minutes per day), all rats
were killed by overdose anesthesia, and a 1.0 cm x 0.5 cm x
0.5 cm size adductor of ischemic lower limb was obtained, fixed,
embed, and cut into slices along the direction of muscular fiber
by a constant temperature slicer.

Under aseptic condition, the bone marrow was removed from
femur and tibia, diluted with phosphate buffered solution (1: 1),
followed by density gradient centrifugation with lymphocyte
separating medium, 2 000 r/min for 30 minutes. The middle
white fog layer was sucked and placed in other tube,
centrifuged with M199 (1: 5), 1 300 r/min, for 5 minutes,
followed by twice washing. The supernatant was discarded, and
the pellet was resuspended in M199. The cells were then
seeded into M199-precoated fibronectin petri dish at a density
of 1x108/L, and cultured in 5% CO- at 37 C. The culture
medium was replaced after 3 days, and the attached cells were
reserved for further experiment.

Hematoxylin-eosin staining

The slices were dewaxed, hydrated, and stained by hematoxylin,
differentiated by hydrochloric acid, and counterstained by eosin,
followed by dehydrated in ascending series of ethanol, cleared in
xylene and mounted in neutral resin.

Cell identification

The morphological and quantity variations of cells were daily
observed under an inverted phase contrast microscope, and the
1, 4, 7 and 20 days cells were seeded coverslips for
examination of CD133 and VIl factor expressions.

Detection of endothelial progenitor cell (EPC)
microangiogenesis

In vitro microangiogenesis assay kit was used to determine the
EPC microangiogenesis. Totally 5x107/L EPC were incubated
into ECMatrix gel with density of 5 000-10 000 per well,
cultured for 24 hours at the 37°C, and then the
microangiogenesis was observed under an inverted microscope
(x 200). Microangiogenesis was defined as the cells were
lengthened and presented with a tube shape, and the length
was 4-fold of width. The experimental procedures were
performed by two operators using the double-blind method.
Five layers of each well were randomly selected for the
observation of tubular cells numbers.

Immunohistochemical detection of microvessel density
(MVD), VEGF, and bFGF
The avidin-biotin-pcroxidase complex (SABC) method was
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applied for immunohistochemistry. Rabbit anti-mouse VWF
factor (concentrated type), rabbit anti-mouse VEGF, and rabbit
anti-mouse bFGF polyclonal antibodies served as first antibody,
the SABC kit served as secondly antibody. The procedure was
performed under guidance of instructions. The kytoplasm
stained brown-yellow was considered as positive expression of
VWEF, which used for quantify MVD numbers. The highest
density of colored region was observed under a low power lens,
and totally 5 fields were randomly observed under a light
microscope (x 200), the mean value served as MVD. The
brown-yellow-stained kytoplasm was considered as positive
expression of VEGF and bFGF, and 5 fields were randomly
observed by two investigators under a light microscope (x 200)
using double-blind method. The VEGF and bFGF scores were
calculated®.

Main outcome measures
The expressions of endothelial cell VWG, VEGF and bFGF.

Design, enforcement and evaluation
All authors, who received well-trained, designed, performed and
evaluated the experiment using double-blind method.

Statistical analysis

Data were expressed as MeantSD. Statistical analysis was
performed using SPSS 13.0. SNK-q test was used for
comparison between two groups. P < 0.05 was considered
statistically significant.

RESULTS

Quantitative analysis of animals
All 30 rats were included in the final analysis.

Behavioral changes of rats following left lower leg
ischemia

All experimental rats were survived after model preparation,
and the left lower leg presented with claudication due to
ischemia. One week later, the color Doppler showed that the
artery flow was interrupted, which confirmed that the model
was successfully established.

MVD changes of rats following left lower leg ischemia
The circular blood capillary could be seen at intercellular
space of skeletal muscle cells in the exercise training and
model groups, and few blood capillary could be seen in the
sham-surgery group. Immunohistochemical results showed
that there were plenty of newly-born vessels in the exercise
training and model groups, which mainly distributed in
intercellular space of skeletal muscle cells, covered by one or
more endothelial cells, and positive expressed VWF factor.
The MVD in the exercise training group was greater than that
of the model group (P < 0.01). Compared with the
sham-surgery group, the MVD in the exercise training and
model groups were greater (P < 0.01).

Expression of VEGF and bFGF following left lower leg
ischemia

VEGF and bFGF were well expressed in the exercise training
and model groups, showed brown-yellow deposits scattered
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P.O. Box 1200, Shenyang cn.zglckf.com



Mei Y, et al. Effects of exercise training on micromicroangiogenesis of rat ischemic lower limbs

@E%JQWWW.CRTER.OFQ

in kytoplasm, which revealed that there were positive
expression of VEGF and bFGF. Compared with the model
group, the expression of VEGF and bFGF were greater in the
exercise training group (P < 0.01). The expression of VEGF
and bFGF was negative or weak positive in the sham-surgery
group, which was dramatically smaller than that of the model
group (P < 0.01, Table 1).

Table 1 Expression of MVD, VEGF, and bFGF in muscle tissues

(xs, n=10)
o MVD VEGF bFGF
P (Number) (Score) (Score)
Exercise training 39.94+4.01% 3.30+0.67% 3.10+0.73%
Model 27.23+3.642 2.29+0.672 2.39+0.692
Sham-surgery 3.32+2.26 0.59+0.49 0.87+0.53

MVD: microvessel density; VEGF: vascular endothelial growth factor;
bFGF: basic fibroblast growth factor; 2P < 0.01, vs. sham-surgery group;
PP < 0.01, vs. model group

Cell morphological identification

At 48 hours in primary culture, attached cell exhibited
colony-like growth, presented with round, triangular,
spindle-shaped, or irregular-shaped, with obviously mitosis
figures. Thereafter, the cells displayed monolayer growth
around colonies or multilayer growth in the center of colonies.
At 7 days after culture, the cell colonies contacted each other.
The cells showed a cobblestone like morphology at 9-11 days
after culture.

The well grew cells were selected at 1, 4, 7 and 20 days and
seeded coverslips for examination of CD133 and VIl factor
expressions by immunohistochemistry. The results showed
that the number of positive CD133 cells were increased at 1,
4 and 7 days after culture, but dramatically decreased at 20
days. The positive VIl factor cells were gradually increased
from the 4 days.

EPC microangiogenesis

At 3 days after grouping culture, the EPC microangiogenesis
was determined by in vitro microangiogenesis assay Kkit.
Under an inverted phase contrast microscope, EPC grew into
gel matrix and contacted each other like a net at 4 weeks after
culture. In the exercise training group, the EPCs grew faster,
even a few of three-dimensional network structure could be
found. However, the tubular structure was tiny, and the net
structure was sparse and incomplete in the sham-surgery
group. Few tubular structures could be seen in the model
group. Five fields were randomly observed by two
investigators using double-blind method.

The findings demonstrated that tubular cell number of the
exercise group was (2.65+1.46, 14.38+2.21, and 9.32+1.98)
at 6, 12 and 18 hours after culture, which was greater than
those of the sham-surgery (1.21+0.34, 9.45+1.72, 3.75£1.23)
and model (0, 1.16+0.98, 0) groups (P < 0.05).

DISCUSSION

Ischemic limbs have natural compensation, the vascular system
can self-remodeling by increasing oxygen supply for muscles,
presented with collateral circulation formation, angiogenic
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growth factors and their receptors increasing at ischemic
regions. The blood remodeling occurred when vascular system
can not meet the need of metabolism, tissue activity, or
peripheral arterial occlusion, which displays as collateral vessel
expansion and blood capillary development. Recently studies
demonstrated that all pathological changes caused by ischemia
can be compensated via construction of collateral circulation
and newly born of vessels.

Exercise can increase shear stress of vessel wall, accelerate
VEGF-R expression, induce endothelial cell proliferation and
differentiation, ultimately, promotes collateral circulation
formation and microangiogenesis. In the present study, the
MVD, VEGF and bFGF expressions in the ischemic tissues
were obviously increased after exercise training, which
demonstrated that exercise training can improve blood supply.
In addition, exercise training can induce vessel adaptive change,
such as increasing MVD, enhancing shear stress of blood
current, and stimulating endothelial cell release various growth
factors.

Microangiogenesis is a complex process, involving endothelial
cell division, basilar membrane and extracellular matrix
degradation and endothelial cell migration. Microangiogenesis
is mainly characterized by the protrusion and outgrowth of
capillary buds and sprouts from pre-existing blood vessels,
which depends on VEGF stimulation. VEGF is a highly specific
mitogen for vascular endothelial cells, which not only promotes
endothelial cell division, proliferation, migration, and chemotaxis,
but also facilitates mononuclear macrophage migration,
accordingly, secretes various vascular growth factors, thus,
indirectly accelerates microangiogenesis!®l. bFGF directly
induces microangiogenesis, which further promotes the
formation and mature of vessell), thereby, encourages
microangiogenesis at the ischemic region. VEGF mobilizes
bone marrow-derived EPCs proliferation and localizes in acute
ischemic events, in situ differentiates into mature endothelial
cell, and forms new vessels®l. Studies confirmed that exercise
effectively mobilizes marrow-derived EPC, which secretes
VEGF that can promote microangiogenesis!. In the present
study, the number of EPC of the exercise training group was
greater than that of other groups, and the capability of
microangiogenesis was better, which demonstrated that
exercise training contributes to EPC differentiation, which may
result from stimulation of exercise training on intra-cellular
signal pathway or inhibition of microangiogenesis at the
ischemic limbs.

Exercise training can ameliorate blood supply of ischemic lower
limb, increase pain-free walking distance and maximum walking
distance, thus, improve life quality. Currently, it has aroused
increasing interests for the treatment of ischemic lower limbs,
especially for arterial occlusive disease below knee joint.
Studies have found that blood flow increased after cerebral
ischemia, induced extensive expression of VEGF, and exercise
training can promote collateral circulation and enlarge blood
flow after cerebral ischemia. For this reason, theoretically, it is
possible to induce VEGF expression using exercise
training!'%-13l, Here, VEGF concentration was not reach a peak
at 28 days in the exercise training group, but combined with the
bFGF and MVD, all these three factors were greater than those
of the model and sham-surgery groups, this finding
demonstrated that lower limb ischemia accelerates
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microangiogenesis. In addition, the differences between the 4
exercise training and model groups showed that exercise
training can enhance microangiogenesis. However, the
experimental samples were small, and the observation only
performed for 28 postoperative days, thus, the variation of
VEGF required further investigation.

The experimental results demonstrated that, athletic sports,
especially running, can promote microangiogenesis. This is
benefit for explaining effects of sports on encourage
microangiogenesis and enriching theoretical research of
“remedial microangiogenesis” and rehabilitative treatment.
Exercise training can amendment body microcirculation,
mitigate inflammatory lesions, as well as enhance
cardiorespiratory function, which can play its role in the
treatment of chronic occlusive arterial disease.

Mei Y, et al. Effects of exercise training on micromicroangiogenesis of rat ischemic lower limbs

Zeng JJ, Yang BH, Zhu LQ, et al. Variational trend of vascular
endothelial growth factor in rat models of lower limb ischemia.
Zhongguo Zuzhi Gongcheng Yanjiu yu Linchuang Kangfu.
2009;13(46):9076-9079.

[5] Ivan D, Niveiro M, Diwan AH, et al. Analysis of protein tyrosine
kinases expression in the melanoma metastases of patients
treated with Imatinib Mesylate. J Cutan Pathol.
2006;2(6):60-61.

[6]  Prior BM, Yang HT, Terjung RL. Terjung. What makes vessels
grow with exercise training. J Appl Physiol.
2004;97(3):1119-1128.

[7]  FuY, Ponce ML, Thill M, et al. Angiogenesis inhibition and
choroidal neovascularization suppression by sustained delivery
of an integrin antagonist. Invest Ophthalmol Vis Sci.
2007;48(11):5184-5190.

[8] Shintani S, Murohara T, Ikeda H, et al. Mobilization of
endothelial progenitor cells in patients with acute myocardial
infarction. Circulation. 2001;103(23):2776-2779.

[91 Rehman J, Li J, Orschell CM, et al. Peripheral blood
“endothelial progenitor cells” are derived from
monocyte/macrophages and secrete angiogenic growth factors.
Circulation. 2003;107(8):1164-1169.

[10] Degischer S, Labs KH, Hochstrasser J, et al. Physicaltraining
for intermittent elaudieation: a comparison of structured
rehabilitationversushome-basedtraining. Vasc Med.
2002;7(2):109-115.

[11] Mori E, Komori K, Kume M, et al. Comparison of the long-term
results between surgical and conservative treatment in patients
with intermittent elaudieation. Surgery.

2002;131(1 Suppl):S269-274.

[12] Tan KH, De Cossart L, Edwards PR. Exercise training and
peripheral vascular disease. Br J Surg. 2000;87(12):1732.

[13] LIL, Xu L, Rao ZR. Change of blood vessel built on the rats'

cerebral infarction after rehabilitative training. Xiandai Kangfu.

2000;4(6):842-843.

REFERENCES

[1] Lazarides MK, Georgiadis GS, Papas TT, et al. Diagnostic
criteria and treatment of Buerger's disease: a review. Int J Low
Extrem Wounds. 2006;5(2):89-95.

[2]  The Ministry of Science and Technology of the People’s
Republic of China. Guidance Suggestions for the Care and Use
of Laboratory Animals. 2006-09-30.

[3] Lloyd PG, Prior BM, Li H, et al. VEGF receptor antagonism
blocks arteriogenesis, but only partially inhibits angiogenesis, in
skeletal muscle of exercise-trained rats. Am J Physiol Heart
Circ Physiol. 2005;288(2):H759-768.

K FRERIL T B I E & B 5 iz shilll 2k

M ML B D2, 0] HICAMEFRMEERTARA, W PN T 646000, 75 M KF W E S = ERRag shA, ST 8 F W 213003;
3N EFIRh B E g A, w4 5 N T 646000)

M, %, 1972 %4, TEPIF, Rk, @ B RS TR AR . R 1 s s PR B A, TS S 2R T LLRE %

NE PFMTA, EZNE BB IRIRARR .
PN EF MR E EFRAL, wWEE M T
646000

HE

B WL WIS A I ) SR ER ) ST
UL RGBT AR RIS, 1@ I ZRnT LA
HE T RN, (HZ SR RE s (e
HEM S GEIR I ST 24 A 4R

B RHE 3 IRt B i
A LA

Trik: Bk SD KEBENL Y A E s ZRd . 5
BPRETFARA . BREFARAS, HRHY

N ZR2R K BB A5 25 30 min/d. 720 AR
FARAKNHE TSN BshN 4 FJEIE
ZH R BRI P VAC VLA 2R e S 8 200 A A0 g .
R M PR AR A D R BT 4 4
WA IR T (R 2 ik [a] e EC R 4 PN B2 AT Y
RO L F 007 AR B A D

HEREEE: BHIIGRAN RN, KR
WU LU N R AR D B T 44
A K DR 10 2 T R R i A 2 JBE g vy T AR 4
AR TR (P < 0.01). BB B #6E N AL 40
J R A AL A e ) LU T AR AL A A 4
NP < 0.05) 0 &5 Lo R IR e i g 8k LA

Mo

KHERE: B Bl gk PR i

R MU N AR s B AT AT

WA IR T A

doi:10.3969/j.issn.1673-8225.2010.41.042

PIE» K5 318 kPR IRGY: B

W ESnT: 1673-8225(2010)41-07775-04

MEME, BSL0 T, x5, KRBT o

AR IR [I]. T E AL TR T

JKEES, 2010, 14(41):7775-7778.

[http://www.crter.org  http://cn.zglckf.com]
(Edited by Liu Y/Zhao LJ/Wang L)

REAETNESEE—
FYZEMEE: AR BARAT ] RAAR R
JE E R LE F LR 4R A R ) 3 4G 2257 K
B 6958
EBFHEN: BRI eFZAET
FI B By b dn AZ R B R HATHOR S 28 %

%, Al R IAERAEIDISIRIE . 15 Fh4 et
R AR Sa it 64 A A S T heAe — AR .
BEIEEGR 2T 0 R ERLE
RAGAT RN KA K ¥ ¥ R 69 B R
JE S A5 AT R R s HT A G4
WITE BRI 155 T RAXITS

FrF A EIATRY , S ERY, SF
FY KRG —F L. Bl @Ik g
# A 48 ) ) 69 BARMUHI 4D F B RSB .

TRILIG A IELAIOME: T A 3T
VMR B A, diE Bh)| ST vARE 3R % 3L
BL . AR T A e AT R Bk o g A 64 B
677 18 SRR IE .

7778

P.O. Box 1200, Shenyang

110004  cn.zglckf.com



