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ABSTRACT
Glial cells and extracellular matrix (ECM) molecules surround developing ﬁber tracts
and are implicated in axonal pathﬁnding. These and other molecules are produced by these
strategically located glial cells and have been shown to inﬂuence axonal growth across the
midline in rodents. We searched for similar cellular and molecular structures surrounding
the telencephalic commissures of fetal human brains. Parafﬁn-embedded brain sections were
immunostained for glial ﬁbrillary acidic protein (GFAP) and vimentin (VN) to identify glial
cells; for microtubule-associated protein-2 (MAP-2) and neuronal nuclear protein (NeuN) to
document neurons; for neuroﬁlament (NF) to identify axons; and for chondroitin sulfate (CS),
tenascin (TN), and ﬁbronectin (FN) to show the ECM. As in rodents, three cellular clusters
surrounding the corpus callosum were identiﬁed by their expression of GFAP and VN (but not
MAP-2 or NeuN) from 13 to at least 18 weeks postovulation (wpo): the glial wedge, the glia
of the indusium griseum, and the midline sling. CS and TN (but not FN) were expressed
pericellularly in these cell groups. The anterior commissure was surrounded by a GFAP⫹/
VN⫹ glial tunnel from 12 wpo, with TN expression seen between the GFAP⫹ cell bodies. The
ﬁmbria showed GFAP⫹/VN⫹ cells at its lateral and medial borders from 12 wpo, with
pericellular expression of CS. The fornix showed GFAP⫹ cells somewhat later (16 wpo).
Because these structures are similar to those described for rodents, we concluded that the
axon guiding mechanisms postulated for commissural formation in nonhuman mammals may
also be operant in the developing human brain. J. Comp. Neurol. 483:375–382, 2005.
© 2005 Wiley-Liss, Inc.
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An important issue in central nervous system (CNS)
development is the ordered establishment of its connectivity, which consists of the directed growth of billions of
axons along stereotyped pathways toward diverse but speciﬁc targets. How axonal guidance along such speciﬁc
routes comes about is of special interest in developmental
neurobiology. Such mechanisms are determined by experiments in nonhuman animals and require descriptive conﬁrmation in humans.
As a result of animal experiments, many molecular and
cellular cues have been uncovered, which provide signals
followed by growing axons. Among them, components of
the extracellular matrix (ECM) have been shown to inﬂuence axonal growth, either in a permissive or in an instructive way (Lemmon et al., 1992; Letourneau et al.,
1994). Proteoglycans (PGs) are major components of the
© 2005 WILEY-LISS, INC.

ECM during CNS development (Bicknese et al., 1994;
Emerling and Lander, 1996; Margolis and Margolis,
1997), but other molecules have been identiﬁed as well
(Pires-Neto et al., 1998; Shu and Richards, 2001; Joester
and Faissner, 2001).
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It has been proposed that ECM molecules specify the
microenvironment that surrounds growing axons and migrating cells by organizing local molecular signals. This
idea has been substantiated by the ﬁnding that different
molecules, which have direct effects on neurite growth and
cell adhesion, bind to ECM molecules and are concentrated or reorganized by them (Grumet et al., 1993; Emerling and Lander, 1996; Bennett et al., 1997; Milev et al.,
1998). Also, many ECM molecules reportedly have a spatial and temporal expression pattern that is regulated
during development; these patterns are associated with
the formation and segregation of different ﬁber tracts
(Sheppard et al., 1991; Miller et al., 1995; Bartsch, 1996;
Mitrofanis et al., 1997; Pires-Neto et al., 1998). In particular, PGs and tenascins (TNs) are inhibitory for some
classes of growing axons (Faissner and Kruse, 1990; Snow
et al., 1990b, 1991; Bovolenta and Fernaud-Espinosa,
2000) and permissive for others (Bicknese et al., 1994;
Faissner et al., 1994; Götz et al., 1996). Moreover, interactions of PGs with other ECM molecules may change the
effects they have on growth cones (Hynds and Snow, 2001;
Snow et al., 2002). PGs form molecular barriers that are
avoided by axons (Snow et al., 1990a; Steindler, 1993;
Katoh-Semba et al., 1995). They may also form tunnels
and boundaries that could serve to maintain growing axons packed together, as observed in the anterior commissure (AC; Pires-Neto et al., 1998) and the fornixhippocampal commissure of developing hamsters (Bragade-Souza and Lent, 2004). On the other hand, PGs are also
present within developing tracts, as is the case with the
chondroitin sulfate (CS)-enriched subplate pathway,
within which thalamocortical axons must grow in order to
innervate their cortical targets (Bicknese et al., 1994).
Axonal boundaries formed by extracellular glycoconjugates are transiently expressed in various developing areas of the CNS and are often associated with glial cells
(Steindler, 1993; Garcia-Abreu et al., 1996a,b, 2000; Wu et
al., 1998; Pires-Neto et al., 1998; Braga-de-Souza and
Lent, 2004), a phenomenon ﬁrst observed in the roof plate
of the spinal cord and of the optic tectum (Snow et al.,
1990a). We report here that the expression of ECM molecules associated with glial cells is spatially and temporally
related to the emergence of the major forebrain commissures in the developing human brain. The similarity in the
expression patterns of these molecules in all mammals
studied thus far led us to suggest that these cells and
molecules provide the three-dimensional boundaries that
contribute to the guidance of growing commissural ﬁbers
in the developing human as well.

MATERIALS AND METHODS
Human fetal brains
We have studied a total of 16 human fetuses between 12
and 20 weeks postovulation (wpo), staged by inference
based on the mothers’ information about their last period
(Table 1). The fetuses were obtained after spontaneous
abortion. None had any detectable CNS malformation or
lesion. Written consent was obtained from parents, and
approval for the study was given by the Hôpital
Saint’Anne Ethics Committee, in accordance with international regulations (Declaration of Helsinki, 2000).

TABLE 1. Summary of Cases
Case No.
97-38
00-242
00-72
95-34
93-109
91-308
91-255
99-203
02-110
99-53
94-08
00-213
02-104
02-126
02-345
02-36

Age (wpo)
12
12
12
12
12
13
14
14
15
15
16
16
16
16
17
20

Immunohistochemistry
VN,
VN,
VN,
VN,
VN,
VN,
VN,
VN,
VN,
VN,
VN,
VN
VN,
VN,
VN,
VN,

NF
GFAP, MAP-2, NeuN, NF
GFAP, CS, TN
GFAP, CS, TN
GFAP, CS, TN
GFAP, CS, TN
GFAP, CS, TN
MAP-2, NeuN, NF
GFAP, CS, TN
GFAP, MAP-2, NeuN, NF
GFAP, MAP-2, NeuN, NF
GFAP, CS, TN
GFAP, CS, TN
GFAP
GFAP, CS, TN

Immunocytochemistry
The brains were ﬁxed between 24 and 36 hours postmortem in a 10% formaldehyde solution containing 9
g/liter NaCl and 3 g/liter ZnSO4 for variable periods, from
10 to 30 days, depending on the volume of the brain. The
entire brains or the hemispheres separately were embedded in parafﬁn; cut into 7-m-thick sections in the coronal,
horizontal, or parasagittal planes; and mounted on glass
slides. Selected sections were immunostained with primary monoclonal antibodies against vimentin (VN; 1:8;
Boehringer Mannheim, Mannheim, Germany; or 1:100;
Dako, Carpinteria, CA), neuronal nuclear protein (NeuN;
1:500; Chemicon, Temecula, CA), microtubule-associated
protein-2 (MAP-2; 1:100; Sigma clone HM2; Sigma, St.
Louis, MO), TN (1:25; Novocastra, U.K.), or Neuroﬁlament
70 (NF; 1:400; Dako), CS (1:100; Sigma clone CS56;
Sigma) or with a polyclonal antibody against the glial
ﬁbrillary acidic protein (GFAP; 1:200 –1:400; Dako). All
antibodies were diluted in ChemMate antibody diluent
(Dako). A Streptavidin-Peroxidase Kit (Coulter, Hialeah,
FL) was used to develop the reaction. In brief, slidemounted sections were incubated for 30 minutes in citrate
buffer (pH 6.0) at 98°C in a microwave oven, rinsed in
distilled water, incubated in a 3% H2O2 solution for 5
minutes, and rinsed again in distilled water. After being
washed in phosphate-buffered saline (PBS), they were
treated with protein blocking agent (PBA) for 5 minutes
(100 l/slide) at room temperature, without rinsing. Then,
they were incubated for 60 minutes at room temperature
with the primary antibody, rinsed twice in PBS, and incubated with the biotinylated secondary antibody for 30
minutes at room temperature. To visualize the binding of
the secondary antibody, slides were rinsed in PBS (2 ⫻ 5
minutes), incubated in streptavidin-peroxidase complex
for 45 minutes, rinsed twice in PBS, and covered for 5
minutes with a freshly prepared diaminobenzidine (DAB)
solution (100 l/slide). Hematoxylin-eosin was used as
counterstain.
All sections were examined under a light microscope
(Axioplan; Carl Zeiss, Jena, Germany), and some were
selected for photographic documentation or drawing with
a camera lucida. Photographs were taken digitally using a
Zeiss camera coupled to the microscope and optimized for
print in Corel Draw 10.0.
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RESULTS
ECM molecules and glial and neuronal
markers in the developing human
telencephalon
In general, the expression of VN in the telencephalon is
marked in the proliferative zones surrounding the lateral
ventricles and is especially pronounced at the ganglionic
eminences (Fig. 1). Labeling is robust between 12 and 14
wpo and declines after wpo 19. GFAP labeling becomes
evident from wpo 14 and is strong until at least wpo 20 in
regions around the lateral ventricles, especially near the
midline (see below), although labeling looks paler than
that for VN. By wpo 17, ﬁbers labeled with anti-NF antibody can be seen in the developing subcortical white matter and in the internal capsule, but not in any of the
commissures. No staining is visible with markers for neurons, such as NeuN and MAP-2 until at least wpo 17. With
regard to ECM molecules, TN is expressed speciﬁcally
close to the midline and is clearly delineated in the AC and
CC as early as 14 wpo. At the same ages, only weak
labeling is seen with anti-CSPG immunostaining at the
midline. Speciﬁc details of labeling at the midline region
are described below individually for the three telencephalic commissures.

Commissural tunnel
The human anterior commissure is the ﬁrst telencephalic commissure that forms across the midline and has
been identiﬁed in earlier studies around wpo 8 (Rakic and
Yakovlev, 1968). Tissue from this early age was not available to us, but the anterior commissure is clearly visible in
our earliest brains, at 12–14 wpo (Fig. 1A). From these
ages until at least 17 wpo, the anterior commissure is
surrounded by a tunnel of GFAP- and VN-positive glial
cells (Fig. 1B, arrows), with TN between the cell bodies
(not shown). Staining for CSPG yielded negative results.

Fimbria-fornix system pathway
The ﬁrst hippocampal ﬁbers reportedly cross the midline in humans at approximately 9 –10 wpo (Rakic and
Yakovlev, 1968). In our material, GFAP- and VN-positive
glial cells are seen crossing the ﬁmbria transversely at 12
wpo (Fig. 2A,B). CSPG, but not the other ECM molecules,
is lightly expressed pericellularly (not shown). Immunostaining for TN was absent in the ﬁmbria, although it was
expressed in the hippocampus (Fig. 2C, arrow) at this age.
GFAP-expressing glial cells were seen surrounding the
fornix as of 16 –17 wpo. In our material, the hippocampal
commissures could not be discerned.

Callosal lane
The corpus callosum is the last of forebrain commissures to form across the midline, around 12 wpo in humans (Rakic and Yakovlev, 1968). We were able to discern
the glial wedge and the indusium griseum glial wall (Richards, 2002) as early as 14 wpo (Fig. 3A). The presence of a
midline sling as described for rodents by Silver and collaborators (1982) was not clearly discerned (Fig. 3A), because the region was often scarcely populated by cells.
Cells in the wedge, in the indusium griseum, and at the
midline were positive for both GFAP (Fig. 3B) and VN
(Fig. 3C), aligning dorsally and ventrally along the growing callosal axons, as has been described for rodents (Shu

Fig. 1. Coronal sections through the forebrain of a 14 wpo human
fetus immunoreacted for vimentin (VN) and stained for hematoxylineosin (HE). B is a higher magniﬁcation of section different from that
in A. Arrows indicate the glial tunnel surrounding the AC. AC, anterior commissure; CC, corpus callosum; GE, ganglionic eminence; S,
septum. Scale bars ⫽ 500 m in A; 1 mm in B.

and Richards, 2001). However, in the human material, no
neurons were labeled by either NeuN or MAP-2 at the
midline, unlike what has been reported for rats by Shu
and collaborators (2003). Both TN (Fig. 3D) and CSPG
(not shown) are expressed pericellularly, until at least 20
wpo, between the GFAP-positive glial cells present on
either side of the callosal axon bundles.

DISCUSSION
The present observations show that forebrain commissures in humans form in spatial and temporal correspondence with the regulated expression of ECM molecules
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along the pathways that delineate these commissures. In
the anterior commissure, corpus callosum, and hippocampal ﬁmbria-fornix system, expression of ECM molecules
coincides with glial cell clusters, which form tunnels or
lanes bordering the ﬁber tracts.
Insofar as these cellular and molecular structures have
also been observed in other mammals (Silver et al., 1982,
1993; Pires-Neto et al., 1998; Shu and Richards, 2001;
Richards, 2002; Braga-de-Souza and Lent, 2004), and because they participate in the guidance of developing commissural and callosal axons across the midline (Silver et
al., 1982; Shu and Richards, 2001), it is likely that they
have the same role in human embryonic development as
well. The ECM labeling for midline ﬁber tracts described
here and in other studies (Hoffman-Kim et al., 1998; Shu
and Richards, 2001; Braga-de-Souza and Lent, 2004) is
not evident for ﬁber tracts that do not cross the midline,
such as the internal capsule; therefore, it is likely that this
pattern is speciﬁcally involved in the guidance of ﬁber
bundles across the midline and that such guidance reﬂects
a general strategy that is developed for commissural axons.

Commissural development and molecular
boundaries
The sequence of cellular and molecular events governing the growth of interhemispheric axons across the midplane is “reconstructed” below from data reported from a
number of studies. When axons emerge from the somata of
commissural cells, their growth cones either are repelled
by semaphorins, as in the hippocampal pyramidal layer
(Pozas et al., 2001), or are attracted by one semaphorin
isoform and then repelled by another, as reported for the
rat cerebral cortex (Bagnard et al., 1998); the net result in
both cases is a deﬂection medially and navigation toward
the midline. Other attractive molecules, such as netrin-1,
are expressed within the ﬁmbria (Barallobre et al., 2000)
and reportedly contribute to the orientation of hippocampal commissural axons toward the exact point where they
cross the midline. It is conceivable, therefore, that commissural growth cones ﬁnd at least a permissive, if not an
attractive, territory within the ﬁmbria-fornix and the cortical white matter that drives them toward the midline.
Other molecules, such as Slit-2, a secreted protein that is
recognized by Robo receptors positioned at the tips of
cortical growth cones, are reportedly involved in the orientation of callosal ﬁbers toward the midline (Shu and
Richards, 2001; Richards, 2002).
Because both netrin and Slit are diffusible molecules,
one could question whether and how they are maintained
close to their sources, in order to establish a gradient
strong enough to be perceived by the growing commissural
axons. One possibility is that their diffusion away from

Fig. 2. Adjacent coronal sections through the forebrain of a 12 wpo
human fetus, at a level caudal to the corpus callosum, stained for
hematoxylin-eosin (HE; A) and immunoreacted for glial ﬁbrillary
acidic protein (GFAP; B) and tenascin (TN; C). Note that radial glial
cells (in B) cross the ﬁmbria transversely, whereas tenascin (in C) is
expressed in the hippocampus (arrow) until the approximate border
with the ﬁmbria. Fi, ﬁmbria; GE, ganglionic eminence; Hpc, hippocampus; Th, thalamus. Magniﬁcation is the same for B and C. Scale
bars ⫽ 1 mm in A; 500 m in B (applies to B,C).
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the midline is limited by an adjacent cellular or molecular
barrier (e.g., formed by PGs associated with the netrin
receptor DCC; see Bennett et al., 1997). Similarly, the
question of what makes the callosal and commissural efferents remain within their tracts could be answered by
the existence of organizing, growth-inhibitory structures
at the borders of these tracts that could not only maintain
diffusible molecules within the tracts but also inhibit axonal deviation from the mainstream of growth. Glial cells
and their ECM are good candidates for exerting this function, in that they form tunnels, lanes, or simply borders
around the ﬁmbria-fornix system (Braga-de-Souza and
Lent, 2004), the anterior commissure (Pires-Neto et al.,
1998; this work), and the corpus callosum (Shu and Richards, 2001; this work), through which the efferent ﬁbers
grow.
Boundaries formed by glial cells and glycoconjugates
are transient structures present in different sectors of
rodent CNS, such as developing axon tracts, cortical layers, midline nuclei, and other regions important for axonal
orientation during growth (Steindler, 1993; Höke and Silver, 1996; Mitrofanis et al., 1997). PGs associated with
glial cell clusters were ﬁrst observed in the roof plate of
the spinal cord and superior colliculus of rodents (Snow et
al., 1990b), where they act as barriers for dorsal root
ganglion axons and retinal ﬁbers during development,
preventing them from crossing the dorsal midline (Wu et
al., 1998). In the developing midbrain, the tectal midline
region expresses and synthesizes higher levels of glycosaminoglycans than the lateral region (Garcia-Abreu et al.,
1995, 1996a,b; Hoffman-Kim et al., 1998). CS expression
is more concentrated at the specialized raphe glia of the
tectal midline and appears after the intertectal ﬁbers have
crossed to the opposite side, but prior to the time when
retinal axons, which are contained unilaterally, enter the
tectum (Hoffman-Kim et al., 1998). In the developing forebrain, CS is present at the subplate and forms a substrate
for thalamocortical axons (Bicknese et al., 1994; Miller et
al., 1995; Meyer-Puttlitz et al., 1996; Fukuda et al., 1997),
segregating them from the cortical efferents that grow in
a CS-negative region at the intermediate zone.
CSPGs have also been detected in the developing hippocampus of the rat (Wilson and Snow, 2000), where they
are expressed initially in the subplate and marginal zone,
then in the neuropil layers of both the hippocampus and
the dentate gyrus, but not in the pyramidal cell layers, a
distribution complimentary to that described for semaphorins (Pozas et al., 2001). A similar pattern of CS expression has been seen in the newborn hamster hippocampus (Braga-de-Souza and Lent, 2004), except at the
precise region where efferent and afferent axons leave and
enter the hippocampus, respectively. Evidence for a regulated expression of other ECM molecules such as TNs in

Fig. 3. Coronal sections through the corpus callosum of a 14 wpo
human fetus stained for hematoxylin-eosin (HE; A) and a 12 wpo fetus
immunoreacted for glial ﬁbrillary acidic protein (GFAP; B), vimentin
(VN; C), and tenascin (TN; D). B and C show an enlarged view of the
glial wedge (GW) under the corpus callosum (CC). D shows a coronal
section of another brain at the same age, demonstrating that both the
indusium griseum glia (IG) and the GW express tenascin, forming a
lane through which the callosal ﬁbers course. ChP, choroids plexus;
CS, cavum septum; S, septum. Scale bars ⫽ 1 mm in A; 100 m in B
(applies to B,C); 200 m in D.
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the developing nervous system is less abundant (O’Brien
et al., 1992; Faissner and Steindler, 1995; Pires-Neto et
al., 1998) but conﬁrms the formation of boundaries spatially and temporally associated with the development of
ﬁber tracts.
The inﬂuence of ECM molecules on axonal guidance has
been shown by many in vitro experiments (for review see
Bovolenta and Fernaud-Espinosa, 2000, for CSPGs;
Joester and Faissner, 2001, for TNs). The general conclusion from this work is that axons refrain from crossing the
borders formed by ECM molecules (Snow et al., 1990a,b,
2001; Landolt et al., 1995; Faissner and Steindler, 1995;
Höke and Silver, 1996; Garcia-Abreu et al., 1996a,b), although they may behave differently under certain conditions (Fernaud-Espinosa et al., 1994; Faissner et al., 1994;
Götz et al., 1996). In addition, recent evidence indicates
that ECM molecules interact with each other (Snow et al.,
1996, 2002; Condic et al., 1999; Probstmeier et al.,
2000a,b; Oohira et al., 2000; Hynds and Snow, 2001),
provoking growth cones to behave differently. ECM molecules also bind small, diffusible molecules, such as
growth factors (Friedlander et al., 1994; Milev et al.,
1998), cell adhesion molecules (Grumet et al., 1993; Friedlander et al., 1994; Milev et al., 1996), and receptors of
ligands that act as attractive signals for axons (Bennet et
al., 1997). It is conceivable, therefore, that ECM borders
along the commissural tracts are able to bind netrin-1 as
well as Slit-1, facilitating their recognition by receptors at
the growth cone tips and thus serving to channel the
growing efferent axons toward the midline. This suggestion remains to be tested experimentally.

Commissural development in humans
The ﬁrst identiﬁable telencephalic commissure in rodents is the anterior commissure, followed by the hippocampal commissure and then the corpus callosum (for
review see Braga-de-Souza and Lent, 2004). This orderly
timing of commissural development has been observed in
several different mammals (Wahlsten, 1981; Ashwell et
al.,1996), including humans (Rakic and Yakovlev, 1968),
and probably reﬂects the ventral-to-dorsal and caudal-torostral progression of septal fusion at the midline, an
important event that may be a prerequisite for commissuration. Septal fusion is a key event that allows the
formation of specialized cell structures at strategic points
in the telencephalic midplane, before the arrival of the
pioneer commissural axons, and appears to be followed by
the expression of cellular and molecular signals that direct commissural axons across the midline. In animals
with delayed septal fusion, HC and CC formation is defective and retarded (Silver et al., 1982; Wahlsten, 1987; for
review see Richards, 2002). This is the case for acallosal
mice and acallosal humans, for example, in which a deeper
longitudinal ﬁssure separates the hemispheres, and glial
structures that might support the navigation of callosal
axons across the midline fail to form (Loeser and Alvord,
1968; Silver et al., 1982; Wahlsten, 1987; Hankin et al.,
1988; Lassonde et al., 2003). In these instances, callosally
projecting axons, being unable to cross the midline, grow
ipsilaterally, forming the aberrant Probst bundle (Probst,
1901; Lent, 1981; Wahlsten, 1987; Lassonde et al., 2003)
and other anomalous circuits (Tovar-Moll et al., 2004).
In rodents, GFAP-positive glial cells gather at the ventral midplane immediately after septal fusion and form a
tunnel with large extracellular spaces along the develop-

ing anterior commissure (Silver et al., 1993; Cummings et
al., 1997; Pires-Neto et al., 1998, 1999). In the present
study, we show this sequence to hold true for humans as
well. This cellular tunnel is preceded by the expression of
different ECM molecules (Pires-Neto et al., 1998) and may
be correlated with the early expression of netrin (Seraﬁni
et al., 1996) and Slit proteins (Bagri et al., 2002) in the
same locations. Although the glial tunnel surrounding the
AC of rodents has been shown to express CS and TN
(Pires-Neto et al., 1998), only TN has been detected in
humans (this work). For the CC, both TN and CS are
expressed in rodents as well as humans.
As midline fusion advances, three different cell structures position themselves at the midline, preceding the
arrival of callosal axons: the midline sling (Silver et al.,
1982), the glial wedge, and the glia of the indusium griseum (IG; Shu and Richards, 2001). The glial wedge, a
cluster of long radial glial processes at the ventricular wall
of the corticoseptal boundary, forms a lane with the IG
dorsally, where another glial population clusters. Both
express GFAP and VN in humans (this work) and in
rodents and thus are likely comprised of astrocytes. In
rodents, the glia also express Slit-2, a molecule that is
repulsive for embryonic cortical axons (Shu and Richards,
2001; Richards, 2002). The midline sling is formed slightly
later than the glial wedge and the glia of the IG; it does not
express Slit-2. The midline sling was originally described
as being composed of glial cells (Silver et al., 1982), but
recent work suggests that it may actually be formed by
neurons migrating to the opposite hemisphere (Shu et al.,
2003). We have searched for the expression of neuronal
markers (NeuN and MAP-2) at the midline in our material
but were unable to ﬁnd it. The identity of cells in the
midline sling in humans, therefore, remains controversial.
In any case, callosal pioneer axons (DeAzevedo et al.,
1997; Rash and Richards, 2001) are possibly attracted by
netrin released at the midline (Seraﬁni et al., 1996; Barallobre et al., 2000) and are funneled into the glial lane
toward the midline by its repulsive, Slit-producing borders. In summary, the cellular and molecular structures
surrounding the forebrain commissures in human fetuses
are similar to those described for rodents, suggesting that
the axon guiding mechanisms postulated for commissural
formation in animals may also be operant in the developing human brain.
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