Auvailable online at
WWW.jemm.ro

J

WWW.jcmm.org

J. Cell. Mol. Med. Vol 9, No 2, 2005 pp. 398-406

Age-dependent changes in
Fibroblast Growth Factor 2 (FGF-2) expression

in mouse cerebellar neurons

J. Reynolds 2P, A. Logan?, M. Berry?2, R. G. Dent?2, A. M. Gonzales 2
E. C. Toescu? *

@ Department of Medicine, Division of Medical Sciences, University of Birmingham,
Birmingham, United Kingdom

b Department of Physiology, Division of Medical Sciences, University of Birmingham,
Birmingham, United Kingdom

Received: February 17, 2005; Accepted: March 16, 2005

Abstract

Fibroblast growth factor 2 (FGF-2) is a neurotrophic factor that regulates many neuronal functions and survival. We
have characterised FGF-2 expression immunohistochemically in the cerebellum of young (4 months) and old (22
months) mice. About half of the population of the granule cells (GC), and all Purkinje cells (PC) expressed FGF-2
in all folia of the cerebellum at both ages. FGF-2 showed differential intracellular localization: predominantly
localised to the nuclei of GC and present mainly in the cytosol of PC. There was a statistically significant (P =
0.0028) reduction in the number of FGF-2-positive GC in the cerebella of old (41.3+£0.91%) compared to young
(48.5+1.67%) mice, whereas no statistically significant age-dependent difference occurred in the number of FGF-2
positive PC. These results indicate a possible role of FGF-2 in cerebellar ageing.
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Introduction

With advancing age, there is a progressive reduc-
tion in cognitive function, learning and fine motor
control. Instead of decreased neuronal numbers,
normal brain ageing is associated with a number of
subtler functional, metabolic and morphological
changes [1, 2]. In the cerebellum, the cellular loss
with age is minimal, in both humans [3] and in rat
models [4, 5]. Instead, ageing is associated with a
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reduction in Purkinje cell (PC) volume [3, 5], a
decrease in the number of synapses in the molecu-
lar layer (ML) (predominantly between the parallel
fibers and PC dendrites) [6] and a significant short-
ening of the length of parallel fibers [7], resulting in
a retracted connectivity. Neurogenesis is also
reduced with age [8]. But can be restored in the age-
ing brain through various methods [9], including
the administration of growth factors, such as FGF-
2 [10]. These data indicate that there is no intrinsic
age-dependent limitation of neurogenesis and point
to the possibility that during ageing the availability
of growth factors is decreased.
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Fibroblast growth factor (FGF-2) belongs to a
large family of heparin-binding growth factors
comprising at least 19 structurally related members
[11]. Alternative splicing generates a range of FGF-
2 isoforms. The 18 kD isoform is predominantly
cytoplasmic and is the only FGF isoform exported
from cells and stored in the extracellular matrix [12,
13]. The higher molecular weight isoforms (22,
22.5, and 24 kD in humans; [14]) localize to nucle-
ar and ribosomal fractions [12, 15]. The low affini-
ty heparan-sulphate (HS) proteoglycan receptor
dimerizes on binding FGF-2, and interacts with the
high-affinity transmembrane signalling receptor
(FGFR). There are different splice variants of
FGFR (FGFRI1-FGFR4; [14, 16, 17]) that have
intrinsic tyrosine kinase activity.

Initially identified as a mitogen with prominent
angiogenic properties, FGF-2 is now recognised as
a multifunctional growth factor with actions on
neurons and glia. For example, in the brain FGF-2
is localized to both astrocytes and discrete neuronal
populations [18], where it promotes neuronal sur-
vival, neuritogenesis, neurite branching, and synap-
tic transmission [19]. FGF-2 is not an essential sur-
vival factor for neurons, since FGF-2 knock-out
mice are viable and fertile, and phenotypically iden-
tical to their FGF-2-expressing littermates [20],
nonetheless, the trophic effects of FGF-2 on neu-
rons justifies closer inspection for a possible
involvement in neuronal ageing and, by use
immunohistochemical techniques, we have tested
the hypothesis that age-related changes in the cere-
bellum are correlated with reduced levels of FGF-2.

Experimental procedures
Tissue preparation

We used 3 of 4 months-old, and 3 of 22 months-old male
CB57BIl/6 mice. Animals were killed with a halothane
overdose, under local ethical and UK Home Office regula-
tions. After intracardiac perfusion with 4% paraformalde-
hyde (PFA) (BDH, Poole, Dorset) for S5min, the cerebellum
was dissected, divided by a mid-sagittal vermal incision,
and placed in 4% PFA overnight at 4°C. Following wash-
ing with 0.01M phosphate buffered saline (PBS) (Sigma,
Poole, Dorset) at pH 7.0, the tissue was dehydrated in
increasing concentrations of ethanol (50% -100%, infiltrat-
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ed with polyester wax at 40°C (99:1 of polyethyleneglycol
distearate (Aldrich, Gillingham, Dorset): cetostearyl alco-
hol (BDH), to reduce antigen denaturation) and stored at
4°C. Para-sagittal sections (7um thick) of the right and left
cerebellar vermis were cut at 5°C using a cryostat (Bright
Instruments Co., Huntingdon, Cambridgeshire), floated on
a 1:100 dilution of Stay-on (Surgipath, St. Neots,
Cambridgeshire) in milli-Q water, mounted in sequence on
pre-cleaned glass microscope slides (Surgipath), air dried
overnight at room temperature or at 30°C for 1h, and stored
at 4°C until required.

Antibodies

Ab937 (from A. Baird, University of Birmingham) is a
polyclonal rabbit antibody raised against a synthetic pep-
tide of bovine FGF-2 [18], and was used at a concentration
of 1:500. Neuronal nuclei were identified using a mouse
monoclonal anti-neuron-specific nuclear protein (Neu-N)
(MAB377, Chemicon, Harrow, Essex), and neuronal cyto-
plasm with either mouse monoclonal anti-BIII-tubulin
(G7121, Promega, Southampton, Hampshire), or a mouse
monoclonal anti-200kD neurofilament protein (RT-97)
(MCA 1321, Serotec, Oxford, Oxfordshire). A polyclonal
anti-GFAP (Z0334, DAKO Ltd. Ely, Cambridgeshire) was
used to identify astrocytes and polyclonal anti-rabbit car-
bonic anhydrase II (CA II) to identify oligodendrocytes. All
phenotypic cellular marking antibodies (Neu-N, BIII-tubu-
lin, RT97, CA 1I and GFAP) were diluted to 1:500 in the
appropriate medium.

Immunostaining for single antibody labelling

Mounted sections were dewaxed in 100% ethanol, re-
hydrated in graded solutions of ethanol and washed in
0.01M PBS. To improve antibody binding to FGF-2, sec-
tions were immersed in a 0.5 mg/ml solution of
hyaluronidase (Sigma) in 0.IM sodium acetate solution
and then in 0.3% hydrogen peroxide solution to inhibit
endogenous peroxidases. They were then washed in PBS
containing 0.3% Triton-X detergent (PBST) (Sigma) and
blocked in 15ul/ml normal goat serum (Vector
Laboratories, Peterborough, Lincolnshire). After overnight
incubation with the primary antibody, sections were
washed in PBST before adding secondary antibody, incu-
bated for 1h at 4°C with goat polyclonal anti-rabbit biotiny-
lated secondary antibody (Vector Laboratories) at a dilu-
tion of 1:200 (in blocking solution), and stained with the
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Fig. 1 FGF-2 expression in the GCL of the 4m-old mouse cerebellum. A. DAB/FGF-2-positive in the Mayer’s
Haemalum counter-stained GCL of the 4m-old mouse; note that FGF-2 is expressed in over 50% of GC, expression is
of variable intensity and mostly nuclear. B. FITC image of FGF-2-positive GC showing nuclear and cytoplasmic
expression similar to that seen in Fig. 1A. C. CAll-positive oligodendocytes (green) and FGF-2-positive PC (red) that
project dendrites into the molecular layer; note that PC (arrows) express higher levels of FGF-2 than GC (arrowheads).

ABC complex solution (Vector Laboratories anti-rabbit
ABC peroxidase kit) and counter-stained in Mayer's
Haemalum (BDH, Poole, Dorset). All control sections
failed to stain after incubation with secondary antibody
in PBST with the primary antibody omitted. Although
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not illustrated, preabsorbed controls have been per-
formed with this antibody to verify specificity of the
antibody binding, as have Western blots with extracted
mouse brain tissue to show detection by this antibody of
all three isoforms of FGF-2.
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Fig. 2 FGF-2 and BIII-tubulin expression in the GCL of the 4m-old mouse cerebellum. A. GC double stained with
FGF-2 (DAB brown precipitate) and BIII-tubulin (alkaline phosphatase Vector red). B. Fluorescence image of the same
section shown in A, in which enhanced Vector red fluorescence of BIIl-tubulin is seen exclusively. There is a strong
cytosolic distribution of BIII tubulin (red) in GC and probably also in mossy fibre terminals and GC dendrites within
GCL glomeruli. The GC nuclear FGF-2 DAB signal does not fluoresce. Asterisks mark identical GC in A and B.

Double labelling

All marker antibodies were mouse monoclonal with the
exception of polyclonal anti-rabbit carbonic anhydrase II
(CA II). Secondary anti-mouse antibody binds non-specif-
ically to endogenous immunoglobulin (Ig) in the mouse tis-
sue giving poor specificity. Accordingly, the M.O.M™
(Mouse on Mouse) kit (Vector Laboratories) was used to
block endogenous mouse Ig. After FGF-2 staining, sec-
tions were washed in PBS and blocked with the Avidin-
Biotin Blocking System (DAKO) and then incubated with
either anti-Neu N, anti-BIlI-tubulin, or anti-RT97 primary
antibodies (1:500 in the diluent). Unbound antibody was
removed by washing in PBS and sections were incubated
in biotinylated anti-mouse Ig (1:250 in M.O.M™ diluent)
and DAB stained as described above. For Vector red stain-
ing in DAB stained sections, an ABC-alkaline-phosphatase
(AP) Vector Red kit (Vector Laboratories) was used and the
sections were counter-stained with Mayer's Haemalum
(BDH). For immunofluorescence, a secondary biotinylated
anti-rabbit antibody was added to sections at a concentra-
tion of 1:100 in normal blocking solution for lh. Sections
were then incubated in Streptavidin-AlexaFluor 488
(Strept-AF) (Molecular Probes, Eugene, Oregon) for 1h at
room temperature (diluted 1:100 in PBS). For double
immunofluorescence, FGF-2 was visualised with fluores-
cein-isothiocyanate (FITC)-labelled secondary antibody,

and GFAP/CA II/ BIII-tubulin/RT97 were developed using
Texas red (Molecular Probes, Eugene, Oregon)-labelled
secondary antibodies. All sections were visualised using a
Zeiss Axioscope II Microscope (Zeiss, Welwyn Garden
City, Hertfordshire).

Semi-quantitative methods

In cerebellar folia of 3 young and 3 old mice, the number
of FGF-2-immunopositive PC/GC was determined in 7um
thick para-sagittal vermal sections taken through the cere-
bellum. Absolute numbers of PC were counted, and an esti-
mate of GC was obtained using a 28um x 21um sampling
grid and the percentage of FGF-2-positive cells calculated.
Counts were analysed by univariate scattergram and
Student's t-test.

Results

Distribution of FGF-2 in the cerebellum
Ab 937 was chosen to detect FGF-2 as it was opti-

mal for detecting neuronal FGF-2, the focus of this
study:.
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GC Layer (CGL): FGF-2 was localised to 40-50%
GC nuclei (Fig. 1; Fig. 2). The density of FGF-2
nuclear immuno-staining varied from intense to rela-
tively weak (Fig. 1A), suggesting the presence of
variable amounts of FGF-2 in individual GC. There
was cytoplasmic expression of FGF-2 in GC, and in
glomeruli (Fig. 1 C; Fig. 2A, B), where mossy fibre
terminals and GC dendrites were FGF-2-positive.
FGF-2 was not detectable in GLC
astrocytes/Bergmann glia using Ab 937 (Fig. 3A; Fig.
4B). The pattern of GCL FGF-2 staining was uniform
throughout all folia.

PC Layer (PCL): Strong FGF-2 expression was con-
fined to perinuclear and dendritic cytoplasm of all PC
(Fig. 1C; Fig. 3A, B; Fig. 4A, B; Fig. 5B). FGF-2 was
not detected in PC/basket cell axon arborisations (Fig.
3B), oligodendrocytes, and astrocytes/Bergmann glia
and their processes in the PCL.

Molecular layer (ML): FGF-2-positive PC dendrite
trees filled the ML (Fig. 1C; Fig. 3A, B; Fig. 4A, B).
Climbing fibres (Fig. 4A) and Bergmann glia radial
processes (Fig. 4B), parallel fibres, and both stellate
and basket cells were unstained (Fig. 1C; Fig. 3A, B;
Fig. 4A, B).

White matter (WM): The cerebellar WM was largely
FGF-2 negative. In particular, FGF-2 was not
detectable in axons (Fig. 5A) nor in oligodendrocytes
(Fig. 5B) or astrocytes (not shown).

Age-related changes in expression of FGF-2

Semi-quantitative analysis of FGF-2 expression in
the GCL and PCL: Analysis by univariate scatter-
gram of the 18 specimens used in this study detect-
ed 2 distinct sample clusters. When samples were
segregated by age (young versus old) (Fig. 6),
48.5+1.7% and 41.3+£0.9% of GC were of FGF-2
positive in young and old mice, respectively. The
7.2% difference in the mean proportion of FGF-2
positive cells between the young and old animals
was statistically significant (P = 0.0028). There was
a smaller proportion of FGF-2 positive PC
(44.4£15.8%) in the young animals compared with
the old animals (52.0+6.2%), but the difference was
not statistically significant (P=0.473).

Discussion
FGF-2 distribution in the mouse cerebellum

This is one of the first quantitative studies of FGF-
2 in neurons of the mouse cerebellum. The variable
expression of FGF-2 observed in neurons of the
mouse cerebellum is consistent with that reported
for rat cerebellum in earlier studies [18, 21].
Whereas, in the rat, 60% of GC and PC were

20um
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Fig. 3 FGF-2 localization in the PCL of the 4m-old mouse cerebellum. A & B. All PC strongly express FGF-2
(red), but GFAP-positive Bergmann glia somata (arrowsheads in A) (green) and processes (arrows in A) (green), and
RT-97-positive basket cell axons (arrowheads in B) (green) do not express FGF-2 (red) in the PCL.
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Fig. 4 FGF-2 localization in the ML of the 4m-old mouse cerebellum. A & B. PC and their dendritic trees are FGF-
2-positive, but RT-97-positive climbing fibres (green in A) and GFAP-positive Bergmann glia somata (arrowheads in
B, green) and processes (arrows in B, green) express FGF-2 (red). Note that stellate and basket cells are not FGF-2
positive in the ML. The pia is shown for the reference in panel B.

Fig. 5 FGF-2 localization in the WM of the 4m-old mouse cerebellum. Both RT-97-positive efferent and afferent
axons (green in A) in the WM and CAll-positive oligodendrocytes, their processes and myelin sheaths (green in B) in
the WM and GCL do not express FGF-2 (red). The PC layer is shown for reference (in panel B).
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immunopositive for FGF-2 [18], the present study
shows that about 50% of GC and PC express FGF-
2 in the mouse.

Within the GCL, the terminals of mossy fibres in
glomeruli were also FGF-2-positive, in agreement
with previous results [18], possibly indicating a role
for FGF-2 in the maintenance and modulation of
glomerular synaptic function. This observation
would support previous studies that have shown
that FGF-2 enhances both glutamatergic [19] and
GABAergic [22] synaptic function in hippocampal
neurons. Interestingly, unlike mossy fibre terminals
in glomeruli, BC terminals about PC somata, and
those of climbing fibres about PC dendrites, do not
express FGF-2.

Intracellular distribution of FGF-2

Significant differences were observed in the intra-
cellular distribution of FGF-2 immunoreactivity in
CG and PC. FGF-2 immunoreactivity was largely
restricted to the nuclei of GC neurones, whilst in PC
the staining was mostly cytoplasmic. Rat PC exhib-
it developmentally-induced changes in the intracel-
lular localisation of FGF-2. PC nuclear staining
peaks at P21 and largely disappears after P42,
before the adult form of cytosolic staining appears
[23]. FGF-2 exists in several isoforms derived from
the same mRNA - a lower molecular weight (18kD)
and several higher molecular weight isoforms [14].
Whereas all isoforms bind within the nucleus [24],
the 18 kD isoform is also localized in the cytoplasm
[12, 13]. Thus, the FGF-2-positive PC probably
contain more of the 18kD FGF-2 isoform, and the
FGF-2-positive GC mostly express the higher
molecular weight (HMW) nuclear isoforms. The
absence of significant levels of FGF-2 mRNA in rat
GC and PC, revealed by in situ hybridisation stud-
ies, raises the question of the origin of the protein,
particularly the HMW nuclear isoform. The exter-
nalisation of only the 18kD cytoplasmic form of
FGF-2 implies that the protein observed in GC
nuclei is endogenously synthesised, and the failure
to detect rat GC FGF-2 mRNA reported in the pre-
vious studies [18] probably indicates a low FGF-2
mRNA turnover in rodents. Whilst rat PC are
known to express FGFR1 mRNA, they appear not
to synthesise significant levels of the FGF-2 protein
[18], indicating that the FGF-2 localised in the PC
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Fig. 6 Semi-quantitative analysis of the frequency of
FGF-2 staining in GC and PC in the mouse cerebellum as
a function of age of the animal. A. GC numbers in 4 m-
old and 22 m-old) mice; the difference between the mean
frequencies of GC at each age group was statistically sig-
nificant (P=0.0028). B. PC numbers in young and old
mice; there was no statistically significant difference
between the means at each age (P= 0.473).

cytosol is synthesised within cerebellar glia, and
subsequently internalised by the PC via the high
affinity FGF-2 receptor complex [18]. However, the
actual glial source remains undefined without fur-
ther in situ hybridisation studies in mice.
Neighbouring Bergmann glia can be excluded since
significant levels of staining was not seen in these
cells.



Although the distinct intracellular localization and
differential regulation of the various FGF-2 iso-
forms indicate specific and unique biological roles,
little is known about their differential biological
effects. Specific overexpression of the HMW iso-
forms enhances the ability of various cell lines to
grow in low/absent serum [25, 26]. Expression of
either LMW or HMW in PCI2 or immortalised
Scwhann cells affect differentially cell growth and
morphology, probably through nuclear binding sites
[27]. The binding targets and the actual biological
action of the cytosolic isoforms of FGF-2 are not
known.

Age-related changes in cerebellar FGF-2

The important, although not indispensable, role of
FGFs as regulators of neuronal development is well
established. As recently reviewed by Dono [9],
FGFs are active during the induction and early pat-
terning of the neural plate and later on, particularly
FGF-2, regulates the later phases of neuronal layer-
ing of the cortex [20]. Several studies have shown
that FGFs and FGF-Rs are also expressed in the
adult brain ([18, 28] and reviews [9, 29]), but there
are only few reports of FGF expression during nor-
mal ageing. In the rat, in both the hippocampus and
substantia nigra there was a 30-50% decrease in
FGF-2, particularly in glia [30, 31, 32]. The current
observation of a smaller decrease with age in the
number of FGF-2-positive GC and PC in mice
might reflect a species difference and/or indicate a
differential effect of ageing on FGF-2 expression in
various parts of the brain. Accumulating evidence
indicate that FGF-2 signalling is mostly a reactive
response. Thus, FGF-2 levels increase in the adult
brain after ischemia [33], seizures [34, 35], CNS
trauma [35]. Expanding on the earlier observations
that FGF-2 is an extremely potent mitogen and sur-
vival signal for cultured neural stem cells [36, 37],
FGF-2 restores neurogenesis in aged hippocampal
dentate subgranular and subventricular zones [10].
Similarly, a kainate-evoked lesion of the hippocam-
pus in aged rats was successfully treated by FGF-2
enriched fetal CA3 cell grafts [38]. Thus, in the
aged brain, despite regionally specific reductions in
FGF-2 expression, the capacity to respond to
growth factor signalling with activation of neuroge-
nesis is maintained. Taking into account the differ-
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ences in intracellular localization and expression of
FGF-2 labelling between the CG and PC reported
here, it would be important to establish a dissocia-
tion of the FGF-2-reactive response between these
two neuronal types.

Acknowledgements:

Part of the experimental work presented in this paper was
supported by a grant from BBSRC to ECT.

References

1. Morrison JH, Hof PR. Life and death of neurons in
the aging brain. Science 1997; 278: 412-9.

2. Toescu EC, Verkhratsky A. Neuronal ageing from an
intraneuronal perspective: roles of endoplasmic reticu-
lum and mitochondria. Cell Calcium. 2003; 34:
311-23.

3. Andersen BB, Gundersen HJ, Pakkenberg B. Aging
of the human cerebellum: a stereological study. J Comp
Neurol. 2003; 466: 356-65.

4. Dlugos CA, Pentney RJ. Morphometric analyses of
Purkinje and granule cells in aging F344 rats.
Neurobiol Aging. 1994; 15: 435-40.

5. Larsen JO, Skalicky M, Viidik A. Does long-term
physical exercise counteract age-related Purkinje cell
loss? A stereological study of rat cerebellum. J Comp
Neurol. 2000; 428: 213-22.

6. Chen S, Hillman DE. Dying-back of Purkinje cell
dendrites with synapse loss in aging rats. J Neurocytol.
1999; 28: 187-96.

7. Huang CM, Brown N, Huang RH. Age-related
changes in the cerebellum: parallel fibers. Brain Res.
1999; 840: 148-52.

8. Kuhn HG, Dickinson-Anson H, Gage FH.
Neurogenesis in the dentate gyrus of the adult rat: age-
related decrease of neuronal progenitor proliferation. J
Neurosci. 1996; 16: 2027-33.

9. Dono R. Fibroblast growth factors as regulators of cen-
tral nervous system development and function. Am J
Physiol Regul Integr Comp Physiol. 2003; 284:
R867-81.

10. Jin K, Sun Y, Xie L, Batteur S, Mao XO, Smelick C,
Logvinova A, Greenberg DA. Neurogenesis and
aging: FGF-2 and HB-EGF restore neurogenesis in hip-
pocampus and subventricular zone of aged mice. Aging
Cell. 2003; 2: 175-83.

11. Nishimura T, Utsunomiya Y, Hoshikawa M, Ohuchi
H, Itoh N. Structure and expression of a novel human

405



12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

FGF, FGF-19, expressed in the fetal brain. Biochim
Biophys Acta. 1999; 1444: 148-51.

Renko M, Quarto N, Morimoto T, Rifkin DB.
Nuclear and cytoplasmic localization of different basic
fibroblast growth factor species. J Cell Physiol. 1990;
144: 108-14.

Florkiewicz RZ, Baird A, Gonzalez AM. Multiple
forms of bFGF: differential nuclear and cell surface
localization. Growth Factors. 1991; 4: 265-75.
Okada-Ban M, Thiery JP, Jouanneau J. Fibroblast
growth factor-2. Int J Biochem Cell Biol. 2000; 32:
263-7.

Trudel C, Faure-Desire V, Florkiewicz RZ, Baird A.
Translocation of FGF2 to the cell surface without
release into conditioned media. J Cell Physiol. 2000;
185: 260-8.

Baird A. Potential mechanisms regulating the extracel-
lular activities of basic fibroblast growth factor (FGF-
2). Mol Reprod Dev. 1994; 39: 43-8.

Clarke WE, Berry M, Smith C, Kent A, Logan A.
Coordination of fibroblast growth factor receptor 1
(FGFR1) and fibroblast growth factor-2 (FGF-2) traf-
ficking to nuclei of reactive astrocytes around cerebral
lesions in adult rats. Mol Cell Neurosci. 2001; 17:
17-30.

Gonzalez AM, Berry M, Maher PA, Logan A, Baird
A. A comprehensive analysis of the distribution of
FGF-2 and FGFRI1 in the rat brain. Brain Res. 1995;
701: 201-26.

Abe K, Saito H. Effects of basic fibroblast growth fac-
tor on central nervous system functions. Pharmacol
Res. 2001; 43: 307-12.

Dono R, Texido G, Dussel R, Ehmke H, Zeller R.
Impaired cerebral cortex development and blood pres-
sure regulation in FGF-2-deficient mice. Embo J. 1998;
17: 4213-25.

Matsuyama A, Iwata H, Okumura N, Yoshida S,
Imaizumi K, Lee Y, Shiraishi S, Shiosaka S.
Localization of basic fibroblast growth factor-like
immunoreactivity in the rat brain. Brain Res. 1992;
587: 49-65.

Tanaka T, Saito H, Matsuki N. Basic fibroblast
growth factor modulates synaptic transmission in cul-
tured rat hippocampal neurons. Brain Res. 1996; 723:
190-5.

Matsuda S, Ii Y, Desaki J, Yoshimura H, Okumura
N, Sakanaka M. Development of Purkinje cell bodies
and processes with basic fibroblast growth factor-like
immunoreactivity in the rat cerebellum. Neuroscience.
1994; 59: 651-62.

Claus P, Doring F, Gringel S, Muller-Ostermeyer F,
Fuhlrott J, Kraft T, Grothe C. Differential intranu-
clear localization of fibroblast growth factor-2 iso-
forms and specific interaction with the survival of
motoneuron protein. J Biol Chem. 2003; 278: 479-85.
Estival A, Louvel D, Couderc B, Prats H, Hollande
E, Vaysse N, Clemente F. Morphological and biologi-
cal modifications induced in a rat pancreatic acinar
cancer cell line (AR4-2J) by unscheduled expression of

406

26.

217.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

basic fibroblast growth factors. Cancer Res. 1993; 53:
1182-7.

Gualandris A, Arese M, Shen B, Rifkin DB.
Modulation of cell growth and transformation by doxy-
cycline-regulated FGF-2 expression in NIH-3T3 cells.
J Cell Physiol. 1999; 181: 273-84.

Grothe C, Meisinger C, Holzschuh J, Wewetzer K,
Cattini P. Overexpression of the 18 kD and 21/23 kD
fibroblast growth factor-2 isoforms in PC12 cells and
Schwann cells results in altered cell morphology and
growth. Brain Res Mol Brain Res. 1998; 57: 97-105.
Hattori Y, Yamasaki M, Konishi M, Itoh N. Spatially
restricted expression of fibroblast growth factor-10
mRNA in the rat brain. Brain Res Mol Brain Res. 1997,
47: 139-46.

Mattson MP, Chan SL, Duan W. Modification of
brain aging and neurodegenerative disorders by genes,
diet, and behavior. Physiol Rev. 2002; 82: 637-72.
Cintra A, Lindberg J, Chadi G, Tinner B, Moller A,
Gustafsson JA, DeKloet ER, Oitzl M, Nishikawa K,
Agnati LF & et al. Basic fibroblast growth factor and
steroid receptors in the aging hippocampus of the
brown Norway rat: immunocytochemical analysis in
combination with stereology. Neurochem Int. 1994; 25:
39-45.

Lolova IS, Lolov SR. Age-related changes in basic
fibroblast growth factor-immunoreactive cells of rat
substantia nigra. Mech Ageing Dev. 1995, 82: 73-89.
Bhatnagar M, Cintra A, Chadi G, Lindberg J, Oitzl
M, De Kloet ER, Moller A, Agnati LF, Fuxe K.
Neurochemical changes in the hippocampus of the
brown Norway rat during aging. Neurobiol Aging.
1997; 18: 319-27.

Martinez G, Di Giacomo C, Sorrenti V, Carnazza
ML, Ragusa N, Barcellona ML, Vanella A. Fibroblast
growth factor-2 and transforming growth factor-betal
immunostaining in rat brain after cerebral postischemic
reperfusion. J Neurosci Res. 2001; 63: 136-42.

Liu Z, Holmes GL. Basic fibroblast growth factor is
highly neuroprotective against seizure-induced long-
term behavioural deficits. Neuroscience. 1997; 76:
1129-38.

Yoshimura S, Takagi Y, Harada J, Teramoto T,
Thomas SS, Waeber C, Bakowska JC, Breakefield
X0, Moskowitz MA. FGF-2 regulation of neurogene-
sis in adult hippocampus after brain injury. Proc Nat!
Acad Sci USA. 2001; 98: 5874-9.

Gage FH, Coates PW, Palmer TD, Kuhn HG, Fisher
LJ, Suhonen JO, Peterson DA, Suhr ST, Ray J.
Survival and differentiation of adult neuronal progeni-
tor cells transplanted to the adult brain. Proc Natl Acad
Sci USA.1995; 92: 11879-83.

Gage FH. Mammalian neural stem cells. Science.
2000; 287: 1433-8.

Zaman V, Shetty AK. Fetal hippocampal CA3 cell
grafts enriched with fibroblast growth factor-2 exhibit
enhanced neuronal integration into the lesioned aging
rat hippocampus in a kainate model of temporal lobe
epilepsy. Hippocampus. 2003; 13: 618-32.




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /CMYK
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


