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implications of the change of each of these two parameters
in older subjects without cardiovascular disease, it can be
hypothesized that exercise training improves functional
cardiovascular capacity and vagal/sympathetic balance and
that this effect is proportional to an improvement in lung
ventilation. Future researches should investigate the signif-
icance of this correlation.

Francesco Giallauria, MD
Domenico Del Forno, PhD
Francesco Pilerci, MD

Anna De Lorenzo, MD
Athanasio Manakos, MD

Rosa Lucci, MD

Carlo Vigorito, MD

Department of Clinical Medicine
Cardiovascular and Immunological Science
University of Naples Federico Il
Naples, Iialy

ACKNOWLEDGMENTS

We thank Mr. Mario Aurino for his technical support in the
collection of ergospirometric data.

Financial Support: Francesco Giallauria, Domenico
Del Forno, Francesco Pilerci, Anna De Lorenzo, Athanasio
Manakos, Rosa Lucci, and Carlo Vigorito report
that they have not received any financial support for this
paper.

Author Contributions: Francesco Giallauria and Carlo
Vigorito: study concept and design, analysis and interpre-
tation of data, preparation of manuscript. Domenico Del
Forno and Rosa Lucci: analysis and interpretation of data.
Francesco Pilerci, Anna De Lorenzo, and Athanasio Man-
akos: acquisition of data.

REFERENCES

1. Watanabe J, Thamilarasan M, Blackstone EH et al. Heart rate recovery im-
mediately after treadmill exercise and left ventricular systolic dysfunction as
predictors of mortality. Circulation 2001;104:1911-1916.

2. Messinger-Rapport B, Pothier Snader CE, Blackstone EH et al. Value of ex-
ercise capacity and heart rate recovery in older people. ] Am Geriatr Soc
2003;51:63-68.

3, Marchionni N, Fattirolli F, Fumagalli S et al. Improved exercise tolerance and
quality of life with cardiac rehabilitation of older parients after myocardial
infarction: Results of a randomized, controlled trial. Circulation 2003;107:
2201-2206. Epub 2003, April 21.

4. Imai K, Sato H, Hori M et al. Vagally mediated heart rate recovery after
exercise is accelerated in athletes but blunted in patients with chronic heart
failure. J Am Coll Cardiol 1994;24:1529-1535.

5. Tsuji H, Venditti FJ, Manders ES et al. Reduced heart rate variability and
mortality risk in an elderly cohort. The Framingham Heart Study. Circulation
1994;90:878-883.

6. Cole CR, Foody JM, Blackstone EH et al. Heart rate recovery after submax-
imal exercise resting as a predictor of mortality in a cardiovascularly healthy
cohort. Ann Intern Med 2000;132:552-555.

7. Ades PA. Medical progress. Cardiac rehabilitation and secondary prevention
of coronary artery disease. N Engl ] Med 2001;345:892-902.

8. Myers ], Prakash M, Froelicher Vet al. Exercise capacity and mortality among
men referred for exercise testing. N Engl ] Med 2002;346:793-801.

9. Lucini D, Milani RV, Costantino G et al. Effects of cardiac rehabilitation and
exercise training on autonomic regulation in patients with coronary artery
disease. Am Heart ] 2002;143:977-983.

10. Corra U, Mezzani A, Bosimini E et al. Ventilatory response to exercise im-
proves risk stratification in patients with chronic heart failure and intermediate
functional capacity. Am Heart ] 2002;143:418-426.

ETIDRONATE AMELIORATES PAINFUL SOFT-
TISSUE CALCIFICATION IN WERNER SYNDROME

To the Editor: Bisphosphonates, chemical compounds
widely used as antiosteoporotic agents, were originally
brought into clinical practice to treat ectopic calcification.!
Their application for this purpose has been almost for-
gotten because the therapeutic dose may also affect nor-
mal bone formation. Here, we report that etidronate, a
first-generation bisphosphonate, ameliorated soft-tissue
calcification and improved performance in a patient
with progeroid Werner syndrome without apparent ad-
verse effects.

A 47-year-old woman visited our hospital because of
intolerable pain in the left knuckle, bilateral elbows, and
ankles. She had graying and loss of hair, peripheral soft
tissue atrophy, a skin ulcer on the right ankle, marked in-
sulin resistance, and a history of cataract at the age of 30.
Werner syndrome was suspected; peripheral blood deoxy-
ribonucleic acid (DNA) analysis confirmed homozygous
type 4 mutations in the causative WRN helicase gene.?

Pain in the left knuckle was due to a hard subcutaneous
nodule (Figure 1, left panel), which turned out to be an
ectopic calcification (Figure 1, middle panel). Similar cal-
cification was also found in the elbows and Achilles ten-
dons; all of them coincided with the positions of pain. Her
hands, elbows, and left ankle were free of ulcers. X-rays of
the lumbar and thoracic spines showed no sign of os-
teoporosis. Serum calcium, phosphorus, alkaline phospha-
tase, and parathyroid hormone were in the normal range.

The patient could hardly clench her left fist or walk
more than 1m because of pain in the knuckle and ankles.
Etidronate at a dose of 20 mg/kg per day was started orally
in an attempt to suppress the ectopic calcification.

Clinical symptoms improved dramatically after 3
months of treatment. She was now able to walk for more
than 6 m, was free of pain in the elbows, and felt remark-
ably less pain in her knuckle. The size of the nodule became
smaller (Figure 1, right panel), indicating the effectiveness
of etidronate in reversing calcification. No adverse effects
were described at this point, but etidronate was stopped to
avoid possible inhibition of bone formation.

Bisphosphonates, first synthesized in the 1860s, was
originally used in industry to prevent scaling or precipita-
tion of calcium carbonate.! Their biological effect of in-
hibiting ectopic calcification in vivo, as inspired by the
structural similarity to inorganic pyrophosphate, was ini-
tially reported in 1968, but clinical use of bisphosphonates
for this purpose has not developed further, because they also
interfere with mineralization of normal bone. Instead, they
are now established as drugs against osteoporosis because
of their property of preventing bone resorption when given
at lower doses.

Werner syndrome, an autosomal recessively inherited
progeroid disorder caused by homologous mutations in a
RecQ family DNA helicase, often accompanies soft-tissue
calcification for unknown reasons.*> It can be asympto-
matic but often results in severe pain and may promote skin
ulcer formation. These symptoms limit patients’ daily ac-
tivity, threaten their quality of life, and facilitate develop-
ment of overt diabetes mellitus due to inactivity on the base
of insulin resistance.
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Figure 1. Left panel, subcutaneous nodule with pain (arrow). Radiographic examination before (middle panel) and after 3 months on
etidronate (right panel). Arrowheads indicate the positions of nodular calcification.

Our present clinical experience demonstrates a novel
therapeutic option for an otherwise incurable complication
of Werner syndrome. Moreover, it rediscovers the useful-
ness of bisphosphonate for ectopic calcification.
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HYPOADIPONECTINEMIA IN BEDRIDDEN FEMALE
PATIENTS YOUNGER THAN 75

To the Editor: Older people have several hormonal alter-
ations, but the effect on the endocrine function of adipose
tissue in older bedridden patients has not been fully eluci-
dated. Adiponectin is a newly discovered antiinflammatory
protein, secreted exclusively by adipocytes, that plays a
protective role against atherosclerosis.! Hypoadiponec-
tinemia plays a crucial role in atherosclerosis in men, but
there have been no studies of plasma adiponectin in bed-
ridden women. The aim of the present study was to estimate
plasma adiponectin concentration in bedridden elderly fe-
male patients in comparison with age-matched healthy vol-
unteers.

Seventy-four bedridden female patients admitted to
geriatric wards and nursing homes in Osaka, Japan, and
age-matched volunteers were studied. Clinical diagnoses
were defined using detailed physical examination and rou-
tine biochemical analyses of blood and urine, as well as
clinical tools including computed tomography. Their mean
bedridden period + standard deviation was 49.4 & 37.4
months. All plasma analyses were performed on samples
from fasting subjects. Adiponectin was measured using
high-sensitive radioimmunoassay (Linco Research, St. Lou-
is, MO). Bedridden subjects and healthy volunteers were
divided into two groups: younger than 75 and aged 75 and
older. All statistical analyses were performed using the SPSS
(SPSS Inc., Chicago, IL). The statistical differences in the
variables were compared using the Mann-Whitney U test,
and the association between any two parameters was as-
sessed using Spearman correlation.



Targeted Disruption of TGF-B-Smad3 Signaling Leads to
Enhanced Neointimal Hyperplasia With Diminished Matrix
Deposition in Response to Vascular Injury

Kazuki Kobayashi, Koutaro Yokote, Masaki Fujimoto, Kimihiro Yamashita, Akemi Sakamoto,
Masaki Kitahara, Harukiyo Kawamura, Yoshiro Maezawa, Sunao Asaumi, Takeshi Tokuhisa,
Seijiro Mori, Yasushi Saito ‘

Abstract—The role of transforming growth factor (TGF)-f and its signal in atherogenesis is not fully understood. Here,
we examined mice lacking Smad3, a major downstream mediator of TGF-f, to clarify the precise role of
Smad3-dependent signaling in vascular response to injury. Femoral arteries were injured in wild-type and Smad3-null
(null) male mice on C57Bl/6 background. Histopathological evaluation of the arteries 1 to 3 weeks after the injury
revealed significant enhancement of neointimal hyperplasia in null compared with wild-type mice. Transplantation of
null bone marrow to wild-type mice did not enhance neointimal thickening, suggesting that vascular cells in situ play
a major role in the response. Null intima contained more proliferating smooth muscle cells (SMC) with less amount of
collagen compared with wild-type intima. TGF-8 caused significant inhibition of cellular proliferation in wild-type
aortic SMC, whereas the growth of null SMC was only weakly inhibited by TGF-f in vitro, indicating a crucial role
of Smad3 in the growth inhibitory function. On the other hand, Smad3-deficiency did not attenuate chemotaxis of SMC
toward TGF-B. TGF-8 increased transcript level of o2 type I collagen and tissue inhibitor of metalloproteinases-1, and
suppressed expression and activity of matrix metalloproteinases in wild-type SMC. However, these effects of TGF-
were diminished in null SMC. Our findings altogether show that the loss of Smad3 pathway causes enhanced neointimal
hyperplasia on injury through modulation of growth and matrix regulation in vascular SMC. These results indicate a -
vasculoprotective role of endogenous Smad3 in response to injury. (Circ Res. 2005;96:904-912.)

Key Words: transforming growth factor-B m Smad3 m atherosclerosis ® neointimal hyperplasia
@ smooth muscle cells

ransforming growth factor (TGF)-8 is a prototypic mem-

ber of the TGF-f3 superfamily that exerts a wide range of
biological effects on various cell types.! Well described
functions of TGF-B including growth inhibition, cell migra-
tion, differentiation, extracellular matrix production, and
immunomodulation. Abnormality in TGF-8 signaling may
cause pathological conditions such as tumorigenesis, fibrotic
disorders, and vascular diseases.? At present, however, the
role of TGF-8 and its signaling molecules in atherogenesis is
pot fully understood.

TGF-pB is often regarded to have proatherosclerotic effect
on arteries. For example, TGF-f3 expression is increased in
human restenotic lesions as well as in neointimal hyperplasia
after balloon injury in animals.? TGE-f facilitates extracel-
Jular matrix deposition by stimulating production of procol-
lagen and fibronectin, downregulating the expression of

proteases, and upregulating protease inhibitors, such as plas-
minogen activator inhibitor type I (PAI-I) and tissue inhibitor
of metalloproteinase-1 (TIMP-1).4-% TGF-$ transgene into
vascular wall causes fibroproliferative intimal thickening in
animal models in the presence or absence of vascular inju-
ry.510 Moreover, TGF-B antagonism by antibody, soluble
receptor, or ribozyme reduces constrictive remodeling after
balloon injury in animals.!!-13

On the other hand, considerable evidence implies antiath-
erosclerotic effects of TGF-B. TGF-8 has been shown to
inhibit proliferation and migration of vascular smooth muscle
cells (SMCs) in vitro.1415 Inhibition of TGF-B signal system-
ically by use of neutralizing antibody and soluble TGF-j
receptor type (TBR)-II or in T-cells by expressing a
dominant-negative TBR-II results in an unstable plaque
phenotype in mouse models of atherosclerosis.!¢-18 SMCs
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obtained from human atherosclerotic plaques were shown to
be defective in the TGF-f signal pathway and were resistant
to TGF-B-mediated growth suppression and apoptosis.!®:20
Furthermore, low blood levels of active TGF- were associ-
ated with severity of vascular disease in a manner consistent
with an antiatherosclerotic effect of TGF-£.2!

TGE-p elicits its effects via signaling through tetrameriza-
tion of two different receptor serine/threonine kinases, TBR-1
and TBR-IL.2223 Activation of the receptors leads to phos-
phorylation of cytoplasmic signal transducers Smad2 and
Smad3, classified as so-called receptor-activated Smads (R-
Smad). The activated R-Smad heteroligomerizes with Smad4,
a common mediator Smad, and the complex is transported to
the nucleus where it regulates gene expression. In addition,
pathways independent of Smads, which involve MAP kinases
have also been described.?3 In mice lacking TGF-f signaling
molecules, ie, TBR-I and TER-II, Smad2 and Smad4 turned
out to be embryonic lethal.24-26 However, it was recently
found that the mice null for Smad3 survive into adulthood.??

We undertook the present study examining Smad3-null
mice in vivo and in vitro to elucidate the precise role of
Smad3-dependent TGF-$ signaling in the vascular response
to injury.

Materials and Methods
Reagents

Reagents are described in an expanded Materials and Methods
section in the online data supplement available at
http://circres.ahajournals.org.

Mice
The generation of Smad3®¥™® null mice by homologous recombina-
g y g

tion was described previously.?’ See expanded Materials and Meth-
ods section for details.

Femoral Artery Injury

Mice femoral arteries were injured by use of photochemically-
induced thrombosis method.2® See expanded Materials and Methods
section for details.

Histological Evaluation

Fixed femoral artery segments were embedded in paraffin and cut
into 5-pum—thick serial sections. Six sections per one irradiated
segment at 1-mm intervals were stained with hematoxylin and eosin.
Neointima was defined as the region between the lumen and the
internal elastic lamina. The media was defined as the region between
the internal and external elastic lamina. The cross-sectional areas of
intima and media. were measured using NIH image version 1.62f
(National Institutes of Health, USA). The intima-to-media (I/M) ratio
was then calculated, and the mean /M of all 6 sections per one
irradiated segments was determined. The sections with intimal
hyperplasia were also subjected to Masson’s trichrome staining and
immunohistochemistry. Masson’s trichrome-positive intimal area
was analyzed using Photoshop version 7.0 (Adobe). All the mea-
surements were made-in blinded manner.

Immunohistochemistry

Immunohistochemistry is described in the expanded Materials and
Methods section.

Bone Marrow Transplantation

Bone marrow transplantation (BMT) was performed principally as
described previously.? Briefly, bone marrow cell suspensions ob-
tained from either Smad3-null or wild-type mice thigh bone were
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treated with ACK lysis buffer (0.155 mol/L. ammonium chloride, 0.1
mol/L disodivm EDTA, and 0.01 mol/L. potassium bicarbonate) to
lyse erythrocytes. The cells were intravenously injected to recipient
Smad3-null or wild-type mice (1X10° per body) between the age of
6 and 9 weeks, 3 hours after lethal irradiation (8.5 Gy). Engraftment
of the transferred bone marrow was confirmed by polymerase chain
reaction (PCR) on peripheral blood DNA according to the protocol
by Yang et al.26 Femoral artery injury was performed 6 weeks after
the bone marrow transfer.

Cell Culture

Mouse aortic SMCs were obtained and cultured as described by
Ohmi et al? (see expanded Materials and Methods section). Exper-
iments were performed on cells after 5 to 10 passages from the
primary culture.

Immunocyteochemistry

Tmmunocytochemical staining using anti-c-smooth muscle actin
(SMA) and smooth muscle myosin (SMM) antibodies was per-
formed as described by Hasegawa et al3! with some modification
(see expanded Materials and Methods section).

Immunoblotting

Immunoblotting was essentially performed as previously described™
(see expanded Materials and Methods section).

Growth Inhibition Assay
Growth inhibition assay was performed as described by Datto et al®
(see expanded Materials and Methods section).

Cell Migration Assay
SMC migration was evaluated by modified Boyden chamber meth-
od3 (see expanded Materials and Methods section).

Real-Time Quantitative PCR
Real-time quantitative PCR is described in expanded Materials and
Methods section.

Gelatin Zymography
Gelatin zymography is described in the expanded Materials and
Methods section.

Statistical Analysis

Results were presented as meanSEM. Statistical analyses used
two-tailed, unpaired student ¢ test.

Results

Mice Lacking Smad3 Show Enhanced Neontimal
Hyperplasia in Response to Injury
To evaluate a role of Smad3 in the pathogenesis of neointimal
hyperplasia, femoral arteries of wild-type (n=12) and
Smad3-null (n=10) male mice were injured by use of the
photochemically-induced thrombosis method.?® Histopatho-
logical examination of the arteries 1 to 3 weeks after the
injury revealed markedly enhanced neointimal thickening in
Smad3-null mice compared with wild-type mice (Figure 1A
and 1B). As shown in Figure 1C, mean I/M ratios evaluated
at 1 and 3 weeks after the injury were significantly higher in
Smad3-null arteries (0.193%£0.034 at 1 week and
0.541+0.093 at 3 weeks) than those of wild-type arteries
0.059+0.018 at 1 week and 0.11520.060 at 3 weeks,
P<0.01 at each time point).

Tmmunohistochemical examination showed that both neo-
intimal and medial cells were positive for a-SMA (Figure 2A
and 2B) but negative for pan-leukocyte marker CD45 (Figure
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Figure 1. Neointimal thickening in injured
femoral arteries of wild-type and Smad3-
null mice. Photomicrographs showing
representative cross sections of hema-
toxylin and eosin-stained femoral arteries
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2C and 2D), indicating that the intima was exclusively
composed of SMCs. The same anti-CD45 antibody recog-
nized leukocytes in vasa vasorum (Figure 2D) as well as
lymphocytes in the mouse spleen (Figure 2E).

TGF-p is well known for its antiinflammatory effect.l-2 To
determine whether systemic inflammation due to Smad3
deficiency contributes to enhanced neointimal formation, we
injured femoral artery of wild-type and Smad3-null mice after
bone marrow transplantation (BMT). Lethally irradiated
Smad3-null mice received 1X10° bone marrow cells from a
wild-type mouse (BMT™>™! mice). At the same time,
irradiated wild-type mice were given bone marrow either
from Smad3-null or wild-type mice (BMT™!™*M and
BMT" ¥ mice). Photochemical injury was performed 6
weeks after the bone marrow transfer, and the arterial cross
section was analyzed 3 weeks later. As shown in Figure 1D,
mean /M ratio was significanily higher in BMTid-mt
arteries (0.353+0.091) than those of BMT!-—wid
(0.067x0.031, P=0.011) or BMT"~*¥" (0.073+0.018,
P=0.039) arteries. M ratios in BMT™¢~ml! gpd BMTi—wild

BUMT e BRATwt-mi  BRYTwet-nat
{n=3) (=3)

from wild-type (A) and Smad3-null (B)
and BMTul-wild (E) and BjTwid—nul (F)
mice 3 weeks after endothelial injury. L
indicates vascular lumen. Arrows indicate
the positions of the internal elastic lam-
ina. Original magnification x200;

bar=50 pum. Intima-to-media (/M) ratios
at 1 and 3 weeks in wild-type and
Smad3-null mice (C) and in BMTi-wid,
BMTwid=nl and BMT9-wid gt 3 weeks
(D) were calculated from cross sectional
areas morphometrically measured using
an image analyzer. Open and closed col-
umns indicate wild-type and Smad3-null
mice, respectively. *P<0.01 compared
with wild type at each time point;
1P<0.05 compared with BMT—wid,

mice tended to be lower than those of Smad3-null and
wild-type mice, respectively, presumably due to the effect of
vascular irradiation.3536 Representative cross sections of
BMT™~%4 and BMT*"~™! femoral arteries are shown in
Figure 1E and 1F.

Smad3-Null Intima Is Rich in Proliferating Cells
but Contains Low Amounts of Collagen Fibers
Intimal cell proliferation was assessed by immunohistochem-
ical detection of proliferating cell nuclear antigen (PCNA) in
the femoral artery sections 1 week after the injury (Figure 3A
and 3B). The ratio of the PCNA-positive nuclei to total cell
nuclei was higher by 1.8-fold in Smad3-null intima compared
with wild-type intima (Figure 3C). The result shows an
increased proliferative activity of SMCs in Smad3-null artery
at the early stage after injury.

We next evaluated intimal cell density in hematoxylin and
eosin—stained arterial sections 3 weeks after the injury. As
shown in Figure 4A, the ratio of intimal cell number to total
intimal area was 1.6-fold higher in Smad3-null artery
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Figure 2. Immunohistochemical analysis of neointimal components. Cross sections of femoral arteries from wild-type (A and C) and
Smad3-null (B and D) mice 3 weeks after endothelial injury and of mouse spleen (E). Immunostaining was performed using specific
antibodies for ¢-SMA (A and B) and CD45 (C, D, and E). L indicates vascular jumen. Arrows indicate the positions of the internal elastic
lamina. Arrowheads indicate the positions of representative GD45-positive leukocytes. Original magnification X200; bar=50 um.

(133:8.6) compared with wild-type artery (85.3%7.7,
P<0.01), indicating higher cell density relative to extra-
cellular area in Smad3-null intima. Because TGE-B/Smad3
signal is implicated in extracellular matrix (ECM) deposition,
Masson’s trichrome staining was also performed on a 3-week
artery specimen to evaluate the amount of extracellular
collagen fibers (Figures 4C and 4D). As summarized in
Figure 4B, Smad3-null neointima showed 60% reduction in
the ratio of Masson’s trichrome-positive area to total intimal
area compared with that of wild-type intima. These results
suggest that Smad3 deficiency caused increased SMC num-
ber with Iess collagen deposition in neointima.

Growth Inhibition by TGF-g Is Attenuated in
SMCs Lacking Smad3
To identify the mechanisms by which Smad3 deficiency
cansed exaggerated intimal hyperplasia, biological responses
of the aortic SMCs obtained from wild-type and Smad3-null
mice were examined in vitro. The cells were positive for both
a-SMA and SMM (Figure 5A and 5B) as examined by
immunocytochemistry. They also exhibited the classic “hills
and valley” appearance, a feature characteristic of confluent
cultured vascular SMCs. No morphological differences were
observed between wild-type and Smad3-null SMCs (data not
shown). It was confirmed by immunoblotting that SMCs
derived from Smad3-null mice lacked expression of Smad3,
whereas Smad? level was similar in both cells (Figure 5C).
The SMCs were first tested for proliferation. As shown in
Figure 6A, TGF-B dose-dependently inhibited FBS-
stimulated DNA synthesis in wild-type SMCs with the
maximal inhibition of 70% at 1 ng/mL and higher doses. In

contrast, growth of Smad3-null SMCs was only weakly
(<30%) inhibited by TGF-B. In addition, the basal growth
rate of the null cells was =~1.4-fold higher than that of the
wild-type. Similar results were obtained for two additional
cell lines of each genotype. The results firmly establish an
essential role for Smad3 in TGF-B-mediated inhibition of
cellular proliferation in vascular SMCs.

Smad3 Deficiency Does Not Attenuate
TGF-p-Mediated Migratory Response in SMCs
The cells were next examined for migration, another function
crucial to neointimal formation. Ascheroft et al*” previously
reported that Smad3-null monocytes and neutrophils were
unable to migrate toward TGF-B, suggesting Smad3 is
required for migration signal downstream of TGF-B. As
shown in Figure 6B, Smad3-null SMCs dose-dependently
migrated toward TGF-B at least to a similar extent as
wild-type SMCs in a modified Boyden chamber assay.
Moreover, Smad3-null cells showed a higher migratory
capacity (P<0.05) than wild-type cells at 10 ng/mL TGF-S.
The result suggests that Smad3-dependent signal is not
essential for TGF-B—induced chemotaxis in murine vascular
SMCs.

SMCs Require Smad3 for the Regulation of Type
I Collagen, Matrix Metalloproteinases, and
TIMP-1 by TGF-$

Previous studies suggested that migration of medial SMCs to
intima involves extracellular matrix degradation.38*° Because
TGF-B is implicated in extracellular matrix metabolism
through transcriptional regulation of collagens, matrix metal-
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Figure 3. In vivo evaluation of cell proliferation in neointima.
Representative anti-PCNA-stained cross sections of femoral
arteries from wild-type (A) and Smad3-null (B) mice obtained 1
week after the injury. Arrowheads indicate PCNA-positive cells
in intima. C, Ratios of PCNA-positive intimal cell number to total
intimal cell number. L indicates vascular lumen. Original magnifi-
cation X200; bar=50 pm. *P<0.05 compared with the wild
type.

loproteinases (MMPs), and TIMP-1,7% we examined the
ability of TGF-B to regulate mRNA expression of these
components in wild-type and Smad3-null SMC. Transcript
levels of COL1A2, membrane-type matrix metalloproteinase
1 MT1-MMP), and TIMP-1 were evaluated by real-time
quantitative PCR. As shown in Figure 7A, TGF-§ time-
dependently upregulated mRNA level of COL1A2 in wild-
type SMCs with a maximal increase of 3-fold. Induction of
COL1A2 by TGF-8 was significantly less in Smad3-null
SMCs compared with wild-type cells at all time points.
TGF-B suppressed mRNA expression of MT1-MMP, an
activator of pro—-MMP-2,% to 64% of the basal level in
wild-type SMCs (Figure 7B). However, MT1-MMP level
was not affected by TGF-£ in Smad3-null SMCs. Moreover,
TGF-B increased TIMP-1 expression by 5-fold over the basal

level in wild-type SMCs (Figure 7C), whereas no significant
induction was observed in Smad3-null SMCs. Finally, the
effect of TGF-B on MMP activity in SMC culture media was
examined by gelatin zymography (Figure 7D). The basal
gelatinolytic activity of MMP-2 in a serum-free conditioned
media was similar for wild-type and Smad3-mull SMCs.
TGF-B time-dependently suppressed MMP-2 activity in wild-
type cells with the maximal suppression of 29% at 24 hours,
but it did not show significant effect in Smad3-null SMCs.
These results suggest that Smad3 plays an essential role in
TGF-B-mediated regulation of type I collagen, MMPs, and
TIMP-1 in vascular SMCs.

Discussion

We report six novel findings in this article. First, mice lacking
Smad3 showed a significant enhancement of neointimal
hyperplasia on endothelial injury compared with correspond-
ing wild-type mice. Second, neointima of Smad3-null mouse
after injury contained a larger number of PCNA-positive cells
compared with wild-type, indicating an increased prolifera-
tive activity of Smad3-null SMCs in vivo. Third, Smad3-null
neointima showed higher cell density with reduced collagen
area. Fourth, TGF-B—induced growth inhibition was dimin-
ished in Smad3-null SMCs in vitro. Fifth, Smad3-null SMCs
retained migratory activity toward TGF-B. And finally,
Smad3-null SMCs were impaired in induction of type I
collagen and TIMP-1 as well as in suppression of MMPs by
TGE-B. These results confirm a regulatory role of endoge-
nous Smad3 in vascular remodeling in response to injury.

Enhanced neointimal hyperplasia in Smad3-mull mice (Fig-
ure 1) lend support to previous reports describing the asso-
ciation of low TGF-8 activity either at the ligand or receptor
levels with intimal lesion formation. Grainger et al*! showed
that transgenic expression of apolipoprotein(a) promoted
SMC proliferation and subsequent development of early
vascular lesions by inhibiting proteolytic activation of
TGE-B. Conversely, treatment with the antiestrogen tamox-
ifen increased serum TGF-B; levels and suppressed the
formation of aortic lesions in mice?; a similar effect was also
observed in human subjects.*3 McCaffrey et al'® reported that
reduced TPR-II activity due to genomic mutations led to
SMC expansion in human atherosclerosis. Moreover, inhibi-
tion of TGF-B by use of a soluble type II receptor or a
neutralizing antibody accelerated atherosclerosis and induced
an unstable plaque phenotype in apoE-deficient mice.!?-18
And our present findings, for the first time, demonstrate a
direct evidence that attennation of TGF-B signal at the
postreceptor level results in enhanced neointimal formation
on injury.

Increased PCNA-positive intimal cells in vivo (Figure 3)
and defect in TGF-B-induced growth suppression in vitro
(Figure 6A) suggest that increased proliferative activity of
SMCs contributes to the prominent neointimal formation in
Smad3-null mice. Importance of Smad3 in TGF-S-mediated
growth inhibition has well been described in other cell types
such as aCD-stimulated primary splenocytes and embryonic
fibroblasts.33 Our results verify that Smad3, also in vascular
SMCs, plays a major role in growth inhibitory function of
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matrix deposition in neointima. A, Ratios
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area evaluated on hematoxylin and
eosin-stained femoral arterial sections
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{n=6) mice obtained 3 weeks after the
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TGE-B. It is to be noted that lack of Smad3 did not eliminate
TGF-B-induced growth suppression in SMCs (Figure 6A).
The residual growth inhibitory activity is likely to depend on
another mediator downstream of TGF-f3 receptors, possibly
Smad?2.

Ashcroft et al®? reported that Smad3 is required for
TGF-B-induced migration of monocytes, leukocytes, and
keratinocytes. Unexpectedly, Smad3-null SMCs were able to
migrate toward TGF-B (Figure 6B). The finding suggests
that, in contrast to the growth inhibitory function, Smad3-
dependent signal is not essential for chemotaxis by TGF-8 in
murine vascular SMCs. It is therefore likely that the ability of
medial SMCs to migrate into intima is preserved in Smad3-
null arteries. The signaling pathway responsible for TGF-f~
induced SMC motility remains to be elucidated.

TGF- is known as a potent inducer of ECM deposition. It
has been demonstrated that overexpression and intravenous
administration of TGF-B caused arterial intimal thickening
largely consisted of increased ECM.104 TGF-f exerts fibro-
genic activity through enhancement of ECM synthesis as well
as inhibition of ECM degradation by downregulating MMP
expression and upregulating MMP inhibitors.6-8 Previous
studies, mainly performed on dermal fibroblasts, showed that
TGF-B-mediated regulation of many ECM-related genes,
such as type I, III, V, and VI collagens, TIMP-1 and MMP-1
was Smad3-dependent.45>-47 In this study, we reported that
Smad3-null neointima was rich in SMCs with relatively less
matrix-deposition compared with wild-type intima, as evalu-
ated by intimal cell density and Masson’s trichrome staining
(Figure 4), confirming a crucial role of Smad3-dependent
signals in vascular ECM regulation. Moreover, TGF-3 was
unable to enhance mRNA expression of COL1A2 and
TIMP-1 or suppress MT1-MMP expression in Smad3-null
SMCs (Figure 7), establishing Smad3-dependency of these
genes in vascular SMCs. Regulation of MMP-2 or gelatinase
also seems to depend on Smad3-pathway in SMCs, because

Wild-
type

pe— injury. B, Ratios of Masson’s trichrome-
ol positive intimal area to total intimal area
in femoral arterial sections from wild-type
(n=7) and Smad3-null (1=6) mice 3
weeks after the injury. G and D, Photo-
micrographs showing the representative
Masson’s trichrome-—stained sections of
wild-type (C) and Smad3-null (D) femoral
arteries. Arrows indicate the positions of
the internal elastic lamina. L indicates
vascular Jumen. Original magnification
X200; bar=50 um. *P<0.01 compared
with the wild type.

TGF-B attenuated MMP-2 activity in the culiure media of
wild-type but not in Smad3-null SMCs. Because degradation
of matrix scaffold by MMPs enables cell movement and

* general tissue reorganization,?®3° inability of TGF-g to sup-

press MMPs in Smad3-null SMCs may facilitate cell migra-
tion from media to intima in vivo.*® Our in vitro finding that
Smad3-nmull SMCs show a higher migration than wild-type at
10 ng/mL TGF-f (Figure 6B) may support this idea. MMP
activity uninhibited by TGF-B as well as decreased matrix
deposition might also have contributed to enhancement of
intimal thickening in Smad3-null mice.

There have been reports on injury models suggesting that
TGF-f promotes intimal thickening.3-9-134° The present re-
sult that Smad3 deficiency accelerates intimal response to
injury appears inconsistent with these results. However, we
do not think that our findings contradict other reports on
TGF-P transgene or antagonism. Our model differs from any
other previous models in the point it specifically lacks Smad3
signal but not other TGF- signal components, eg, Smad2
and MAP kinases. Smad3 not only transduces signal down-
stream of TGPF-B, but also plays a major role in signaling of
activins,?223 other members of the TGF- superfamily. Ac-
tivin A is expressed in atherosclerotic lesion®® and promotes
the contractile or nonproliferative phenotype of SMCs,3!
playing a role in stabilization of atherosclerotic plague.
Adenovirus-mediated overexpression of activin A suppresses
neointimal formation.5! Although we have not examined the
involvement of activin A in the present study, it is assumable
that the defect in activin A signal in addition to TGF-8
accounts for the drastic neointimal hyperplasia in Smad3-null
mice. It is of interest to determine whether specific activation
of Smad3 in arterial SMCs in vivo attenuates neointimal
hyperplasia. As another possibility, proinflammatory status
caused by systemic Smad3 deficiency?” might have influ-
enced neointimal response. Although our BMT results (Fig-
ure 2D through 2F) show that the degree of intimal hyper-
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Figure 5. Characterization of cultured mice aortic SMCs. SMCs
enzymatically isolated from the aorta of wild-type mice were
immunocytochemically stained using anti-SMA (A, green) and
anti-SMM (B, red) antibodies, counterstained with DAPI (biue,
for nuclei), and subjected to fluorescent microscopy. Original
magnification X200. C, Total cell lysates of wild-type and
Smad3-nult SMCs were analyzed by SDS-PAGE and subjected
to immunoblotting with an anti-Smad2/3 antibody. Migration
positions of Smad2 and Smad3 are indicated.

plasia mainly depends on the origin of blood vessels and not
of bone marrow cells, further investigation is needed to
elucidate the entire role of inflammation in Smad3-null
vascular response.

Finally, overactivation of TGF-B~Smad3 pathway is im-
plicated in various fibrotic diseases involving organs such as
skin, lung, liver, and kidney. Molecular agents that block
Smad3-dependent TGF-$3 signal are anticipated as an ideal
therapeutic option for these disorders.*¢ However, our present
results lead us to surmise that systemic suppression of Smad3
signaling can cause undesirable effects in the arteries by
facilitating proliferative intimal lesions. Therefore, selective
drug-delivery to the affected organs as well as careful
monitoring of possible vascular lesions should be considered
on clinical application of Smad3 inhibitors for fibrotic
diseases.

In conclusion, mice lacking Smad3 developed marked
neointimal hyperplasia on injury accompanying modulation
of growth and matrix regulation in vascular SMCs. This study
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Figure 6. TGF-B-induced growth inhibition and migration of
wild-type and Smad3-null SMCs. A, Wild-type (open columns)
and Smad3-null (closed columns) SMCs were assayed for TGF-
B~induced growth inhibition using ®H-thymidine incorporation.
Data are expressed as the means of three separate experi-
ments, each performed in quadruplicate. +P<0.01, +-+P<0.05,
compared with the value of 0 ng/mL TGF-8. B, Migration of
wild-type (open circles) and Smad3-null (closed circles) SMCs
toward various doses of TGF- was measured by use of modi-
fied Boyden chamber method. Data represent the percentage of
cell numbers relative to those in the absence of TGF-8 and are
expressed as the means of 5 separate experiments, each per-
formed in triplicate. +P<0.01, ++P<0.05, compared with the
value of 0 ng/mL TGF-B. *P<0.05, compared with the value of
wild-type at 10 ng/mL TGF-B. .

documents direct evidence and novel information on the
functional significance: a vasculoprotective role of Smad3-
dependent TGEF-8 signaling in response to injury.
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Figure 7. Effect of TGF-8 on expression
of type | collagen, MMPs, and TIMP-1 in
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