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Abstract
Squirrels are highly visual mammals with an expanded cortical visual system and a number of
well-differentiated architectonic fields. In order to describe and delimit cortical fields,
subdivisions of cortex were reconstructed from serial brain sections cut in the coronal, sagittal, or
horizontal planes. Architectonic characteristics of cortical areas were visualized after brain
sections were processed with immunohistochemical and histochemical procedures for revealing
parvalbumin, calbindin, neurofilament protein, vesicle glutamate transporter 2, limbic-associated
membrane protein, synaptic zinc, cytochrome oxidase, myelin or Nissl substance. In general, these
different procedures revealed similar boundaries between areas, suggesting that functionally
relevant borders were being detected. The results allowed a more precise demarcation of
previously identified areas as well as the identification of areas that had not been previously
described. Primary sensory cortical areas characterized by sparse zinc staining of layer 4, as
thalamocortical terminations lack zinc, as well as by layer 4 terminations rich in parvalbumin and
vesicle glutamate transporter 2. Primary areas also expressed higher levels of cytochrome oxidase
and myelin. Primary motor cortex was associated with large SMI-32 labeled pyramidal cells in
layers 3 and 5. Our proposed organization of cortex in grey squirrels includes both similarities and
differences to the proposed of cortex in other rodents such as mice and rats. The presence of a
number of well-differentiated cortical areas in squirrels may serve as a guide to the identification
of homologous fields in other rodents, as well as a useful guide in further studies of cortical
organization and function.
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INTRODUCTION
Over the last 55 million years of evolution, the rodent clade has had considerable success
and diversification, radiating into some 28 families, 400 genera and over 2000 extant species
(Huchon et al., 2002). Squirrels diverged from other rodents about 40 million years ago,
diversified into 50 genera and 273 species (Mercer and Roth, 2003), and developed
distinguishing characteristics that make them attractive for neurobiological studies. Most
notably, grey squirrels and other squirrels have been used in a number of studies of the
visual system because this system is especially well developed (Van Hooser and Nelson,
2006). As a result of such studies, the visual system in squirrels can be productively
compared to other well-developed visual systems, such as those of primates, cats and tree
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shrews, for common features and alternative specializations. As examples of specializations
of the visual system, diurnal squirrels have large eyes with a majority of cones over rods in
their retina (West and Dowling, 1975; Long and Fisher, 1983; Szél and Röhlich, 1988), a
distinctly laminated dorsal lateral geniculate nucleus (Kaas et al., 1972; Cusick and Kaas,
1982; Major et al., 2003), and a patently laminated superior colliculus (Abplanalp, 1970;
Lane et al., 1971; Cusick and Kaas, 1982) that is approximately ten times larger than in rats
matched for body size (Kaas and Collins, 2001). In the neocortex, primary visual cortex is
large, with a fine-grain retinotopic map (Hall et al., 1971), the second visual area, V2, is
well-defined, and additional visual areas have been proposed (Kaas et al., 1989; Sereno et
al., 1991). Given that tree squirrels are also skilled in climbing and exploring the fine
branches of their arboreal niche, and use their forepaws to manipulate food items, as do most
primates, it is not surprising that their sensorimotor system and cortex are well-developed
and proportionately large with as many as five somatosensory areas (Krubitzer et al., 1986;
Slutsky et al., 2000). The auditory cortex has also been explored in squirrels and several
auditory areas have been described (Luetheke et al., 1988). These studies on aspects of
cortical organization and function in squirrels have produced results that can be compared
with architectonic studies of how the cortex is subdivided into areas, as the borders of
cortical areas are most reliably defined when architectonic evidence is congruent with
evidence from neurophysiological and anatomical studies (Kaas, 1972; 1989).

Most studies of cortical architecture in rodents have focused on laboratory rats (e.g., Krieg,
1946; Schober, 1986; Wise and Donoghue, 1986; Zilles and Wree, 1995; Swanson, 1992;
2003; Uylings et al., 2003) and, to a lesser extent, on laboratory mice (e.g., Rose, 1912;
Caviness 1975; Wallace, 1983; Lorente de Nó, 1992; Paxinos and Franklin, 2003).
Compared to rats and mice, cortical organization and function in squirrels has been limited
to a few investigations. This is surprising considering the characteristic functional
adaptations of squirrels that cannot be gleaned from examining rat brains. In the present
study, we reexamine the cortical architecture of the grey squirrel using a number of recently
developed immunohistochemical stains with the goal of defining and describing the areas
that form the functional subdivisions of the neocortex.

For the present study, an important additional procedure was to use a histochemical
procedure to reveal unbound ionic zinc (Zn2+) in cortical tissues (Danscher, 1981; 1982;
Danscher and Stoltenberg, 2005). Detectable levels of synaptic zinc are contained in cortical
neurons, especially in the synaptic vesicles of cortical neuron terminations and synaptic
clefts. As thalamocortical neurons and their cortical terminations are not synaptic zinc
positive, cortical areas with dense or sparse thalamocortical inputs can be distinguished by
reactions for zinc (e.g., Valente et al., 2002). As a notable example, primary sensory areas
can be distinguished by an almost total lack of zinc in layer 4. Some brain sections were
processed for cytochrome oxidase, which is expressed at high levels in layer 4 of sensory
areas (Wong-Riley, 1979). Other brain sections were immunostained with a monoclonal
selective neurofilament marker, SMI-32, parvalbumin (PV), calbindin (CB), vesicle
glutamate transporter 2 (VGluT2) and limbic-associated membrane protein (LAMP).
SMI-32 is a monoclonal antibody that reacts with non-phosphorylated epitopes in
neurofilaments M and H (Lee et al., 1988), and reveals a subset of pyramidal cells
(Campbell and Morrison, 1989). PV is a calcium-binding protein and PV immunoreactive
neurons include subsets of GABAergic, non-pyramidal cells, thought to be basket and
double bouquet interneurons (Celio, 1986; Condé et al., 1996; DeFelipe, 1997; Hof et al.,
1999). Perhaps, more importantly for the present study, PV also labels afferent cortical
terminals from sensory thalamic nuclei (Van Brederode et al., 1990; DeFelipe and Jones,
1991; DeVencia et al., 1998; Hackett et al., 1998; Latawiec et al., 2000; Cruikshank et al.,
2001). The large to medium PV positive thalamic neurons projecting to sensory cortex
belong to the “leminiscal” subsystem of relay cells that project most densely to layer 4 (e.g.,
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Jones and Hendry, 1989; Rausell and Jones, 1991; Diamond et al., 1993). Another calcium-
binding protein, calbindin (CB) reveals a different subset of GABA immunoreactive
interneurons compared to PV (Van Brederode et al., 1990). VGluT2 immunostaining also
reveals thalamocortical terminations in layer 4, but not those of cortical neurons (Fujiyama
et al., 2001; Kaneko and Fujiyama, 2002; Nahami and Erisir, 2005). The limbic-associated
membrane protein (LAMP) is a cell-surface glycoprotein expressed in limbic areas (Levitt,
1984; Horton and Levitt 1988; Côté et al., 1995).

By using this battery of additional procedures, together with traditional Nissl and myelin
stains, we were able to more fully characterize the areal subdivisions of neocortex in grey
squirrels. A brief abstract of the present findings has appeared (Wong and Kaas, 2006).

MATERIALS AND METHODS
Architectonic subdivisions of the neocortex were studied in nine grey squirrels (Sciurus
carolinensis). All procedures were approved by the Vanderbilt Institutional Animal Care
and Use Committee and followed NIH guidelines.

Tissue preparation
All animals were given a lethal dose of sodium pentobarbital (100mg/kg). To reveal
synaptic zinc, the animals were given 200mg/kg body weight of sodium sulfide with 1ml of
heparin in 0.1M phosphate buffer, (PB), pH 7.2, intravenously. The animals were perfused
transcardially, in sequence, with 0.9% saline, 4% paraformaldehyde in 0.1M PB and
subsequently with 4% paraformaldehyde and 10% sucrose. The brains were removed from
the skull, bisected and post-fixed for about 3 hrs in 4% paraformaldehyde and 10% sucrose
in 0.1M PB. The hemispheres were immersed in 30% sucrose solution for cryoprotection
until they sank to the bottom of the vial before being cut into 40μm–thick coronal,
parasagittal or horizontal sections on a freezing microtome. Serial sections were divided into
four or up to six series. For some cases, after an injection of sodium sulfide, the animals
were perfused with 0.9% saline, 2% paraformaldehyde in 0.1M PB, followed by 2%
paraformaldehyde with 10% sucrose. The brains were then removed, artificially flattened,
and then cut tangentially, parallel to the pia.

Zinc Histochemistry
Our protocol followed that outlined by Ichinohe and Rockland (2004). Brain sections were
washed thoroughly with 0.1M PB, pH 7.2, followed by 0.01M PB, pH 7.2. The IntenSE M
Silver enhancement kit (Amersham International, Little Chalfont Bucks, UK) was used to
visualize the Zn2+-enriched terminals. A one-to-one cocktail of the IntenSE M kit solution
and a 50% gum arabic solution was used as the developing reagent. When a dark brown/
black signal was seen, which usually takes about 4 hours to appear, the development of
reaction products was terminated, by rinsing the sections in 0.01M PB. Sections were then
mounted and dehydrated in an ascending series of ethanols, (70% for 20 min, 95% for 10
min, 100% for 10 min), cleared in xylene and coverslipped using Permount (Fisher
Scientific, Pittsburgh, PA).

Immunohistochemistry
In some cases, a series of one in four or five brain sections was immunostained for SMI-32
(mouse monoclonal anti-SMI-32 from Covance Inc. Princeton, NJ; 1:2000), parvalbumin
(PV) (mouse monoclonal anti-PV from Sigma-Aldrich, St. Louis, Mo; 1:2000), calbindin
(CB) (mouse monoclonal anti-CB from Swant, Bellinzona, Switzerland; 1:5000), vesicle
glutamate transporter 2 (VGluT2) (mouse monoclonal anti-VGluT2 from Chemicon now
part of Millipore, Billerica, MA; 1:2000), or Limbic Associated Membrane protein (mouse
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monoclonal anti-LAMP) (kindly provided by Drs Aurea Pimenta and Pat Levitt; Horton and
Levitt, 1998; Reinoso et al., 1996; 1:1000). Sections processed for PV, CB, VGluT2 and
SMI-32 were reacted using the protocol described in Ichinohe et al. (2003). Briefly, sections
were incubated in a blocker of 01.M PBS, pH 7.2, with 0.5% Triton X-100 and 5% normal
horse serum for an hour at room temperature before incubation in their respective primary
antibodies in the blocker for 40 to 48 hours at 4°C. After rinsing, the sections were
incubated in the blocker containing biotynylated horse anti-mouse IgG (Vector,
Burlinggame, CA; 1:200) for 90 minutes at room temperature. followed by ABC incubation
(one drop each of reagent A and B per 7ml of 0.1M PB, pH 7.2; ABC kits, Vector,
Burlingame, CA) for 90 minutes, also at room temperature. Immunoreactivity was
visualized by developing sections in diaminobenzidine histochemistry with 0.03% nickel
ammonium sulfate. Processing procedures for LAMP have been described in Chesselet et
al., (1991) and a brief description follows. Sections were incubated in 0.1M PBS, pH 7.2,
containing 4% non-fat dry milk and the anti-LAMP antibody for 24h at 4°C. Procedures for
the secondary antibody and immunoreactivity visualization are as described above.

Antibody characterization
For further details on antibody characterization obtained from manufacturer’s technical
information, with the exception of the LAMP antibody, please refer to Table 2.

The mouse monoclonal anti-calbindin antibody is produced by the hybridization of mouse
myeloma cells with spleen cells from mice immunized with the calbindin D-28k that was
purified from the chicken gut. This monoclonal antibody is not known to cross-react with
other known calcium binding-proteins and specifically stains the 45Ca-binding spot of
calbindin D-28k (MW 28,000, IEP 4.8) from human, monkey, rabbit, rat, mouse and
chicken in a two-dimensional gel (manufacturer’s technical information).

The mouse monoclonal anti-parvalbumin antibody specifically recognizes PV in a calcium
ion-dependent manner, and does not react with other members of the EF-hand family. This
anti-parvalbumin antibody specifically reacts with the Ca-binding spot of parvalbumin (MW
= 12,000) from human, bovine, goat, pig, rabbit, canine, feline, rat, frog and fish on an two-
dimensional gel (manufacturer’s technical information).

The mouse monoclonal anti-SMI-32 antibody specifically recognizes the 200-kD
nonphosphorylated epitope in neurofilament H of most mammalian species. Anti-SMI-32
antibody visualizes neuronal cell bodies, dendrites and some thick axons in the nervous
system, and is not found in other cells and tissues. Anti-SMI-32 antibody epitope shows up
as two bands (200 and 180kDa) that merge into a single neurofilament H line on two-
dimensional blots (manufacturer’s technical information).

The mouse monoclonal anti-VGluT2 antibody has shown species reactivity to the mouse
and rat. The antibody epitope for VGluT2 from Millipore is not known. However,
preadsorption of this monoclonal antibody (MAB5504) by Wässle et al., (2006) with the C-
terminal peptide (562–582) did not block staining.

The mouse monoclonal anti-LAMP antibody shows up as a single band on Western blot
analysis between 64–68 kDa on a 10% SDS-polyacrylamide gel. On a two-dimensional gel,
LAMP is a single protein that visualizes as a single spot at approximately 68kDa, with a pI
of 5.2–5.5 (Zacco et al., 1990).

Histochemistry
Apart from the sections processed with the antibodies stated above, one section from each
parasagittal or coronal series was processed for Nissl substance (with thionin). In cases cut
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in the horizontal plane, one series of sections was processed for Nissl substance (with
thionin) and another series of sections was processed for myelin using the Gallyas (1979)
silver procedure. In flattened brain sections, one in every three sections was processed for
cytochrome oxidase (CO) (Wong-Riley, 1979).

Light microscopy
A number of histological procedures were used to delineate architectonic borders in brain
sections, including those for Nissl substance, myelin, CO, zinc, PV, CB, VGluT2, SMI-32
and LAMP. Cortical borders were revealed by laminar and cell density changes in the
processed sections. The locations of borders were established by viewing sections with a
high-powered microscope. Nissl and zinc preparations were the most useful for defining
primary sensory areas, while Nissl and SMI-32 preparations were useful for defining cortical
areas in the sensorimotor cortex. Other histochemical procedures were used for
corroborating otherwise ambiguous borders. Processed sections were viewed under a Nikon
E800 microscope (Nikon Inc., Melville, NY) and digital photomicrographs of sections were
acquired using a Nikon DXM1200 camera (Nikon Inc., Melville, NY) mounted on the
microscope. Digitized images were adjusted for levels, brightness and contrast using Adobe
Photoshop (Adobe Systems Inc., San Jose, CA), but they were not otherwise altered.

Anatomical reconstruction
The first brain section in every series was projected onto a white sheet of paper using a
Bausch and Lomb Microprojector (Bausch & Lomb, Rochester, NY) and the outline of the
section was drawn. Blood vessels and other landmarks were marked on the outline so that
sections from adjacent series could be aligned. Areal borders of adjacent sections processed
for different preparations in a series were independently assessed and marked on the outline.
The locations of the independently identified borders in the different preparations were
within 500μm, usually less, of each other. On rare occasions where the deviation in
distances between the identified borders is greater than 500μm, it would usually be the result
of histological artifacts, such as tears in the section. These sections were not included in the
analysis. Borders are assigned only when changes in architectonic characteristics were
observed in at least three preparations and the location of the changes were within 500μm of
each other.

The outlines of the brain sections with the architectonic borders marked out were then
digitized and imported into Adobe Illustrator (Adobe Systems Inc., San Jose, CA), where
they are aligned into stacks using the contour of the outlined section and the landmarks
stated above. For brains that were cut coronally, straight lines drawn parallel, perpendicular,
and at a 45° angle to the midline on the image of each outline served as axes of reference to
obtain the lateral, dorsal and dorsolateral view of the brain respectively. Brains cut in the
sagittal and horizontal planes were used to reconstruct the dorsal and lateral view of the
brain respectively by drawing an axis of reference parallel to the midline. The rostral and
caudal poles of the section, and the position of the borders were marked along these axes,
and subsequently charted on their respective views of the brain. The points on the brain
chart were then joined, thus obtaining the areal boundaries. In general, the different
histological procedures revealed nearly identical boundaries between areas, suggesting that
functionally relevant borders were being detected.

Summary diagrams of the arrangement of proposed cortical areas were constructed as guides
to viewing the histological material by transposing the most reliably identified areal borders
from reconstructed cases cut in the coronal, sagittal or horizontal planes. The coronal plane
was most useful for charting borders that coursed predominantly in the rostrocaudal
direction, sagittal sections were most useful for mediolateral coursing borders of the dorsal
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surface, and horizontal sections were most useful for mediolateral borders of the lateral and
medial brain surfaces. Some areal borders have been included, even though architectonic
distinctions have not been well documented here, either because these borders were well
described in pervious publications, or because distinctions depend on previously published
electrophysiological results. For example, the temporal anterior field, Ta, contains several
auditory areas that have been defined electrophysiologically, but were not distinguished
architectonically in the present study. In some of the diagrams of cortical areas in squirrels,
these areas are depicted. Likewise, we did not find clear architectonic differences between
part of the previously identified parietal lateral field, Pl, that contains the
electrophysiologically identified second somatosensory area, S2 and remaining caudal
region, but S2 is distinguished in some of the figures.

RESULTS
The present results provide further evidence for the validity of several previously proposed
subdivisions of cortex in squirrels (Kaas et al., 1972), while providing evidence for the
modification of the boundaries of some areas, and evidence for other areas not previously
described. The proposed areas are outlined on a dorsolateral view of a squirrel brain in Fig.
1f and in figures that follow. Descriptions of cortical areas, region by region, follow.

Occipital cortex
The occipital region of the grey squirrel comprises of three areas, 17, 18 and 19, following
Brodmann’s (1909) terminology (Fig. 1–4).

Area 17—The striate area 17 is very distinct, and its borders are easily identified. The
greater extent of area 17 in squirrels compared to other rodents can be appreciated in low
magnification photomicrographs of coronal (Fig. 1) and sagittal brain sections (Fig. 2). Note
that even at low magnification, the borders of area 17 are apparent in Nissl, zinc, PV,
VGluT2 and SMI-32 preparations. Much of the border of area 17 is with the laterally
adjoining area 18, or V2, where the distinctive laminar appearance of area 17 disappears
(Fig. 1). Area 17 extends onto the medial wall and even well onto the ventral surface of the
hemisphere where it is bordered by the agranular division of the retrosplenial cortex (Fig. 2).
A rostral segment of area 17 is bordered medially by cortex presumed to be a subdivision of
limbic cortex, termed area L after Kaas et al., 1972. A ventromedial portion of V1 is
bordered by cortex widely described as prostriata (PS) (e.g., Rosa, 1999). All borders of area
17 are sharp and easily identified in all the preparations used in the present study.

The myeloarchitecture of area 17 and other visual areas can be compared to the
cytoarchitecture in figure 3. Note that the inner half of layer 3 of area 17 is occupied by a
band of densely myelinated fibers, known as the outer band of Baillarger. This band
corresponds to a light zone of more sparsely distributed cells in inner layer 3 in Nissl-stained
sections (layer 3C). Layer 4 of area 17, in contrast, is lightly myelinated, with very few
myelinated horizontal fibers. Layers 5 and 6 in area 17 are again densely myelinated. These
two densely myelinated bands are characteristic of area 17 and other primary sensory areas
in other mammals (e.g., Annese et al., 2004). While the outer band of Baillarger, also known
as the line of Gennari in area 17 is usually attributed to layer IVb of V1, comparative studies
suggest that layer IVa and IVb of area 17 of anthropoid primates are actually sublayers of
layer 3 (e.g., Hässler, 1966; see Casagrande and Kaas, 1994 for review). The outer band of
Baillarger in area 17 of squirrels is external to layer 4 of densely packed granule cells and is
thicker in the dorsal binocular portion than the ventral monocular portion of area 17.

The laminar pattern of staining in area 17 is more fully appreciated in brain sections shown
at a higher magnification (Fig. 4). Nissl preparations (Fig. 4B) reveal a layer 4 that is
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densely populated with small cells that give it a dark appearance. In some regions, a lighter,
more sparsely populated zone in the middle of layer 4 suggests that sublayers exist (Kaas et
al., 1972). Medially, layer 4 thins (Fig. 1A) at the point where area 17 changes from being
binocular to monocular (Hall et al., 1971). Laterally, layer 4 tapers somewhat near the
border with area 18 (see Figs. 3,4,6), corresponding to a narrow transition zone that has
callosal connections with the other cerebral hemisphere (Gould, 1984). Other layers in area
17 are also quite distinct in Nissl preparations. Layer 2 is densely populated with small cells.
Layer 3 is broad and has a mixture of cell types, with an inner sublayer of less densely
packed cells that has been identified as layer 3C in squirrels (Fig. 3A,5A;Kaas et al., 1972).
A similar sublayer has been identified in tree shrews (Jain et al., 1994) and monkeys (see
Casagrande and Kaas, 1994 for review).

In Nissl preparations of areas 17 and 18 (Figs. 1, 4, and 6) and elsewhere, a narrow band of
cells can be seen below layer 6. Reep (2000) has identified this deeper layer of cells in a
range of mammalian species, including grey squirrels and other rodents, but not in cats and
monkeys. This layer appears to consist of subplate cells that persist rather than undergoing
apoptosis. In other preparations, area 17 is also distinct. In zinc preparations, layer 4 is
nearly devoid of synaptic zinc, standing out as a white band (e.g., Figs. 2B,4C). The
adjoining area 18 and agranular retrosplenial area (RSA) have much more synaptic zinc in
layer 4 (Fig. 2B). Layer 3, especially inner layer 3, and layer 6 of area 17 also express less
synaptic zinc than the corresponding layers in adjoining cortex, but more synaptic zinc than
layer 4 (Fig. 4C). The reduction of synaptic zinc in layers 3 and 6 suggests that a greater
proportion of axon terminals in these layers represent thalamic inputs than in adjoining areas
of cortex. The vesicle glutamate transporter, VGluT2, is densely expressed in layer 4, and to
a lesser extent in layer 6 of area 17, so the extent of area 17 is very obvious in this
preparation (Fig. 1E,5C). Adjoining cortical areas express much less VGluT2 in these
layers. The VGluT2 protein is expressed in the terminals of thalamocortical connections
(Nahamani and Erisir, 2005). In a similar manner, PV is expressed at higher levels in layers
4 and 6 in area 17 compared to adjacent cortex (Figs. 1C,4D,5B), but the density contrast in
these layers is less than that in VGluT2 preparations (Figs. 1E,5C). PV preparations differed
somewhat, with the section in Fig. 1C reflecting the staining of the thalamocortical terminals
in layer 4, and to a lesser extent in layer 6, whereas the preparation in Fig. 4D more clearly
stains the subset of GABAergic interneurons that express the calcium-binding protein,
parvalbumin (Celio, 1986). The distribution of PV positive interneurons was similar in area
17 and 18 (Fig. 4D). SMI-32 labels dark bands of pyramidal neurons in layers 3 and 5,
without labeling neurons in layer 4 (Figs. 1D, 4E). The stained pyramidal cells in layer 3 are
largely within layer 3C, where they are much smaller than those in layer 5. Layers 4 and 6
express more cytochrome oxidase (CO) protein than other layers, and the layers were more
CO-dense in area 17 than in adjoining cortex (not shown). The distinctiveness of layer 4 in
PV and VGluT2 preparations is shown at higher magnification photomicrograph in Fig. 5.
Also note the greater expression of these proteins in layer 5b. In contrast, layer 5a expresses
more calbindin (Fig. 5D).

In summary, area 17 is easily distinguished in most preparations in squirrels. Layer 4 is
densely packed with granule cells, is lightly myelinated, expresses little synaptic zinc, is
densely populated with PV- and VGluT2- immunoreactive thalamocortical terminations and
lacks SMI-32 stained pyramidal cells. Layer 4 is thinner in the monocular than the binocular
portion of area 17.

Area 18—The lateral border of area 17 in squirrels is bound by area 18, which corresponds
to the second visual area, V2 (Hall et al., 1971). The representation of the contralateral
visual hemifield in V2 approximates a mirror reversal of that in V1, and the common border
of V1 and V2 represents the zero vertical meridian through the center of gaze. Thus, area 18
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(V2) borders area 17 along the complete representation of the vertical meridian (Hall et al.,
1971), which extends from the rostral border of area 17 with area L, and continues caudally
over the occipital pole and even somewhat onto the ventral surface of the hemisphere. As
area 18 is only about 2mm wide, it forms a long band, with area 19 on its lateral border.

In Nissl preparations, the layers of area 18 are less distinct than those of either of the
bordering areas, 17 and 19 (Figs. 1A, 2A, 3A, 4B). Layers 4 and 6 are less densely packed
with cells, and these cells are less darkly stained then in area 17 and 19 (Fig. 2A, 4B) such
that the density contrast between layers is lower. While layer 4 and, to a lesser extent, layer
6 in area 17 are relatively free of synaptic zinc, and therefore unstained in zinc preparations,
there is only a moderate reduction of synaptic zinc in layers 4 and 6 of area 18. Hence, these
layers are darker in area 18 than in area 17 (Figs. 2B, 4C). This indicates that there are fewer
inputs to area 18 from the thalamus, especially the pulvinar (Robson and Hall, 1977), and
more are from other areas of cortex, including dense layer 4 inputs from area 17 (Kaas et al.,
1989). Area 19 resembles area 18 in zinc preparations, although slightly more synaptic zinc
is expressed in layers 4 and 6. Layers 4 and 6 also express less PV and VGluT2 in area 18
than in area 17, and slightly less than in area 19 (Figs. 1C, 1E,4D,6C, 6E). Areas 17, 18 and
19 all have high levels of neuropil and pyramidal cell labeling in layers 3 and 5 in SMI-32
preparations, but the labeled zone in layer 3 is broader in binocular area 17 than in area 18
(Fig. 6D), whereas layer 5 of area 18 has somewhat larger pyramidal cells than area 17 (Fig.
4E). Area 18 is not densely myelinated as area 17 and has distinct bands of Baillarger than
both areas 17 and 19 (Fig. 3B), and does not express high levels of CO in layers 4 and 6 (not
shown). Overall, area 18 is one of the more clearly defined areas of the neocortex in
squirrels. In the present preparations, area 18 was relatively uniform in appearance, without
obvious architectonic subdivisions. However, in sections cut parallel to the cortical surface
and stained for myelin, area 18 has a series of myelin-light patches along its length (Kaas et
al., 1989). The patches receive most of the inputs from area 17, while the myelin-dense
surround receive dense callosal inputs (Gould, 1984).

In summary, area 18 has a less densely packed layer 4 than area 17, and is less densely
myelinated as well. Area 18 expresses less PV and VGluT2 in layers 4 and 6 compared to
area 17.

Area 19—As noted above, area 19 has slightly more distinct lamination than area 18 in
Nissl preparations as indicated by somewhat more darkly stained neurons in layers 4 and 6
(Figs. 2A, 3A; see Kaas et al., 1972 for more documentation). As several areas border area
19 laterally, the distinction between area 19 and these adjoining areas in Nissl preparations
varies, but typically, layers 4 and 6 are more darkly stained in area 19 (Fig. 6A). In zinc
preparations (Figs. 2B, 6B), middle layers express less synaptic zincin area 19 than
adjoining temporal mediodorsal area, Tm, and other layers have less synaptic zincas well
(Fig. 6B). Area 19 has higher PV and VGluT2 levels than more lateral cortex (e.g., Figs. 6C,
6E), and increased SMI-32staining in layers 3 and 5 (Fig. 6D). Overall, area 19 is not as well
defined as area 18. The architectonic evidence, although not completely compelling,
suggests that area 19 is a single subdivision of occipital cortex.

In summary, area 19 is more myelinated than area 18, and the neurons in layers 4 and 6 are
more darkly stained in area 19 than area 18, giving area 19 a more distinct lamination
pattern. In addition, area 19 stained more darkly for PV, VGluT2 and SMI-32 compared to
the adjacent temporal areas.

Temporal Cortex
Temporal cortex in squirrels is a large region that contains areas devoted to visual and
auditory functions. Kaas et al. (1972) divided the region into three large fields, an anterior
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temporal field, Ta, with auditory functions, an intermediate temporal field, Ti, possibly with
auditory functions, and a posterior temporal field, Tp, with visual functions (Fig. 7). Ta
includes the primary auditory field, A1, first identified by Merzenich et al., (1976), a rostral
auditory field, R (Leutheke et al., 1988), as well as an intermediate (Tai) and a ventral (Tav)
subdivisions. A redefined temporal mediodorsal region, Tm, was formerly considered to be
a peripheral extension of area 19, 19p (Kaas et al., 1972), but pulvinar connections (see Fig.
1D of Robson and Hall, 1977) and architecture align this region more with Tp.

The temporal posterior region, Tp—Previously, Tp was characterized as a field with
densely myelinated inner and outer bands of Baillarger (Kaas et al., 1972). In Nissl-stained
sections, layer 4 is well developed. Although layer 4 is not developed to the extent seen in
primary sensory areas, it is more prominent than in adjoining cortices (Figs. 6A, 7B). Tp
stands out as a densely myelinated field (Fig. 7D), bordered rostrally and caudally by less
myelinated fields, areas Ti and perirhinal cortex, respectively. In zinc preparations, Tp
resembles primary sensory cortex in that layer 4 expresses little synaptic zinc and only
moderate levels of synaptic zinc are present in outer layer 3, layer 2 and layer 5 (Figs. 6B,
7C). Tp also has features of sensory cortex in PV preparations, as layer 4 is much more
darkly stained with PV-positive thalamocortical terminals than layer 4 in adjoining regions
of cortex. There are also two thin PV-dense bands are present in layer 6 (Fig. 6C). In
addition, Tp expresses high levels of VGluT2 in the thalamocortical terminations in layer 4
(Figs. 6E, 7E). Finally, SMI-32 processing reveals three distinct bands of labeled pyramidal
cells in Tp, one in deep layer 3, one in layer 5, and another in deep layer 6 (Figs. 6D, 7F).
Thus, Tp has architectonic features that are much like those of sensory cortex. Although Tp
is not a primary sensory area, Tp does receive dense inputs from a caudal division of the
visual pulvinar, which relays visual information from the superior colliculus (Robson and
Hall, 1977).

The temporal mediodorsal region, Tm—Area Tm was previously defined as a distinct
part of area 19, area 19p. We now include Tm as a separate field that has less distinct bands
in layer 4 and 6 in VGluT2 preparations than adjoining area 19 and Tp, but more than in Ti
(Fig. 6E). The darker appearance of Tm in zinc preparations suggests that Tm receives less
dense thalamic inputs than area 19 or Tp (Fig. 6B). The SMI-32 band of smaller pyramidal
cells is less densely stained in Tm than area 19 (Fig. 6D).

The temporal intermediate area, Ti—The large Ti region was originally characterized
as a field of sparse myelination (Kaas et al., 1972). This feature is especially apparent in
figure 7D, where a brain section in the horizontal plane was stained for myelin, allowing the
adjoining myelin-dense Ta and Tp fields to be distinctly contrasted with myelin-poor Ti. In
Nissl preparations, layer 4 of Ti is less dense in appearance than in Ta and Tp, as neurons
are less darkly stained and packed (Fig. 7B). Thus, Ti is easily distinguished from Ta and Tp
in traditional Nissl and myelin preparations.

In our sections processed for zinc, Ti expresses more synaptic zinc, especially in layers 2, 3
and 5, than Ta and Tp (Fig. 7C). As there is a moderate level of synaptic zinc present even
in layer 4, much of the input to Ti must come from other cortical areas, rather than the
thalamus. Ti expresses only low levels of PV (not shown) and VGluT2 (Fig. 7E). The
SMI-32 preparations reveal few darkly stained pyramidal cells (Fig. 7F). Overall, Ti can be
reliably distinguished from Ta and Tp. The lack of architectonic characteristics of sensory
fields suggests that Ti receives relatively few inputs from the thalamus and likely functions
as a higher-order processing area.

Region Ta and its subdivisions—In Nissl and myelin preparations, Ta was described
as a region where a broad layer 4 was densely packed with small, darkly stained neurons,
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whereas prominent outer and inner myelinated bands of Baillarger occupied inner layer 3,
and layers 5 and 6 respectively (Kaas et al., 1972). However, these features were not
uniform in Ta, as they were more pronounced in dorsal than in ventral Ta. Subsequently,
Luethke et al., (1988) demonstrated that dorsal Ta corresponds to two primary auditory
areas, the rostral area, R, and the caudal area, A1. In addition, intermediate (Tai) and ventral
(Tav) divisions of Ta were identified by connections as secondary auditory areas. Our
observations from Nissl and myelin preparations (Figs. 7B, 7D) agree that layer 4 is more
developed in the A1 and R regions of Ta (R is actually more ventral than rostral to A1), and
that A1 and R are more myelinated than other parts of Ta. Areas A1 and R are very similar
in Nissl and myelin preparations. Thus, the outlines of these areas (Fig. 7A) are estimates
based on the microelectrode mapping results of Luetheke et al. (1988).

In zinc preparations, A1 and R express little synaptic zinc, and layers 4, 6 and inner layer 3
are almost devoid of staining (Fig. 7C). This is expected for primary sensory cortex with
dense thalamic projections from the medial geniculate complex. More ventral portions of Ta
also have little synaptic zinc, although more than in A1 and R. A1 and R also show higher
expression of PV than adjoining areas Ti and Pv (not shown). As layer 4 is densely stained,
and layers 6 and inner 5 are moderately stained, this part of Ta stands out as a field with
these PV-dense bands. Layer 3 is also moderately stained. Layer 4 of dorsal Ta also
expresses more VGluT2 than adjoining areas (Fig. 7E). In SMI-32 preparations, stained
pyramidal cells and their apical dendrites are densely stained in inner layer 3, outer layer 5
and inner layer 6, such that three dense bands of labeled cells are apparent (Fig. 7F).

Overall, region Ta is very distinct from surrounding cortex in a number of preparations,
including those for myelin, zinc, PV and SMI-32. The dorsal part of Ta is more sharply and
distinctly defined than the ventral part, but no obvious difference is detected between the
territories of A1 and R in dorsal Ta.

Parietal cortex
Parietal cortex includes areas that can be considered to be primarily somatosensory in
function (Figs. 8, 10). These include the parietal anterior area, Pa(S1), which corresponds to
the primary somatosensory area, S1 (Sur et al., 1978). A strip of dysgranular cortex, 3a/dy,
borders Pa(S1) rostrally, separating Pa(S1) from motor cortex. The parietal medial area, Pm,
forms the medial half of the caudal border of Pa(S1). The parietal lateral area, Pl, of Kaas et
al. (1972) is retained here, but subdivided into a rostral half that is coextensive with second
somatosensory area, S2 (Nelson et al., 1979), and a caudal half that has uncertain functions.
The parietal ventral area, Pv, just ventral to S2, is a secondary somatosensory area first
identified in squirrels (Krubitzer et al., 1986).

Anterior parietal cortex, Pa or S1—Pa(S1) is the largest division of the parietal cortex.
The area has all the characteristic features of a primary sensory cortex, but the area is also
not homogenous in structure. Instead, Pa(S1) is disrupted by zones of dysgranular cortex
that relate to the way the contralateral body surface is represented in S1 (Sur et al., 1978;
Krubitzer et al., 1986; Gould et al., 1989). In brief, a large, circular dysgranular zone with
narrow rostral extensions separates the representation of the forepaw from that of the face
(Figs. 8A, B, C). A second narrow ventral extension separates the representation of the
upper lip from that of the lower lip. The large circular part of the dysgranular zone was
termed the unresponsive zone (UZ) in microelectrode recording experiments (Sur et al.,
1978), as neurons in this zone failed to respond to light tactile stimulation in anesthetized
squirrels. The location of the UZ is indicated on the illustrations of the cortical areas on the
squirrel brain in Fig. 6F and other subsequent figures. In all preparations, the UZ and its
narrow extensions have the histological features of dysgranular cortex rather than primary
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sensory cortex. As such, it is possible to consider this dysgranular cortex as outside of S1,
and part of area 3a/dy. However, both S1 proper and the embedded dysgranular zone are
included here as parts of Pa(S1).

In addition to the UZ, and its rostral and ventral extensions, brain sections cut parallel to the
surface of flattened cortex reveal a modular organization that is similar to that described in
rats (Dawson and Killackey, 1987; Remple et al., 2003), but not as clearly expressed (also
see Woolsey et al., 1975). These modules constitute small zones where CO (Fig. 8D), or PV
(Figs. 8C, E) is densely expressed. These zones are separated by narrow septa, where little
CO or PV is expressed, as in the UZ and its extensions. In rats, such modules correspond to
semi-isolated groups of body surface mechanoreceptors related to individual whiskers and
other body hairs, as well as segregated parts of the body, such as pads on the palm and
segments of digits. In squirrels, a correspondence of specific CO or PV modules in Pa(S1)
with receptor groups in the skin has not yet been established, but they exist in the regions
representing mystacial vibrissae and the hairs of the buccal pad (upper lip) and lower lip. In
rats, and other rodents, the modules representing individual mystacial vibrissae are called
barrels (Woolsey and Van der Loos, 1970).

Previously, Pa(S1) has been described from Nissl-stained sections as having a distinctive
layer 4 that is densely packed with darkly stained cells, and darkly stained outer and inner
bands of Baillarger in sections stained for myelin (Kaas et al., 1972). In agreement with
these earlier findings, Pa(S1) proper has a thick layer 4 that is densely packed with small
cells (Fig. 9A). This feature is more pronounced in Pa(S1) than in adjoining cortical areas.
Thus, a border between Pa(S1) and Pm is obvious in Nissl-stained sections (Fig. 10B, 13A).
A similar distinction is apparent between Pa(S1) and the dysgranular cortex along the rostral
border of Pa(S1) (Fig 11B). The transition from Pa(S1) to Pv is somewhat different, in that
layer 4 is somewhat thinner, but also denser in Pv (Fig. 12B). In sections stained for myelin,
the inner and outer bands of Baillarger are darker in Pa(S1) than in adjoining cortex (Fig.
12C). Pa(S1) can also be seen as more densely myelinated than surrounding cortex in
favorable sections cut parallel to the surface of flattened cortex, whereas the UZ and its
ventrolateral extensions are less myelinated and resemble 3a/dy (Figs. 8A, B).

In brain sections processed for synaptic zinc, Pa(S1) clearly stands out as a primary sensory
area. A broad middle zone, corresponding to layer 4 and the deepest part of layer 3,
expressed little synaptic zinc, indicating that many of the synaptic terminals in these layers
belong to zinc free inputs from the thalamus (Figs. 10C, 11C, 12D, 13B). Pa(S1) is known to
receive dense inputs from the ventroposterior nucleus (Krubitzer and Kaas, 1987). A
narrower layer 4 stains darker in adjoining cortex, indicating more synaptic zinc and fewer
thalamic inputs. A comparative reduction of synaptic zinc was also apparent in layer 6 of
Pa(S1), indicating the presence of more thalamic inputs to this layer in Pa(S1) than in
adjoining areas.

Pa(S1) is apparent as an area with a denser expression of PV in layer 4 than neighboring
areas. This feature of Pa(S1) is best seen in the low magnification photomicrograph in Fig.
9E (also see Figs. 11D, 13C), where labeled thalamic afferents form a band in layer 4 and to
a lesser extent in inner layer 3, as well as bands in layers 5 and 6. Distribution of PV-
positive GABAergic neurons and their neuropil does not differ much between Pa(S1) and
other areas. Pa(S1) expresses more VGluT2 in layer 4 than in adjoining cortex (Figs. 9D,
12F, 13E), but a clear difference between Pa(S1) and adjoining sensory areas (S2 and Pv) is
not always apparent. In Pa(S1), the SMI-32 antibody labels pyramidal neurons and their
apical dendrites in inner layers 3 and layer 5, so that two distinct bands are apparent (Fig.
11E, 12E, 13D). A deeper staining of neurons in layer 6 may be apparent in some
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preparations (Fig. 12E). Overall, Pa(S1) does not stand out from adjoining parietal areas in
SMI-32 preparations.

When viewed at higher magnification, the various preparations used in the present study
reveal several obvious sublayers in Pa(S1) (Fig. 9). The Nissl-stained section shows that
layer 4 is densely packed with small granule cells, whereas the adjoining sublayer 3c is less
densely packed with cells than either layer 4 or the outer layer 3. This situation is similar to
that observed in area 17 (Fig. 5A). Likewise, the dense myelination of the outer band of
Baillarger is clearly co-extensive with sublayer 3c as defined in Nissl preparations, which is
again similar to that of area 17 (Fig. 3B). As with other sensory areas, CO expression is
most dense in layer 4 of Pa(S1), but layer 6a is also dense. PV-positive neuropil is nicely
concentrated in layer 4, reflecting the terminations of PV-positive relay cells in the
ventroposterior nucleus, whereas less dense neuropil staining is observed in layers 5b and
6b. VGluT2 neuropil densely populates layer 4, while extending somewhat into inner
sublayers of layer 3, suggesting the presence of thalamic inputs, in addition to those from the
ventroposterior nucleus. Pa(S1) also receives inputs from the posteriomedial nucleus
(Krubitzer and Kaas, 1987), which possibly contributes to the VGluT2-positive staining in
layer 3. The synaptic zinc-poor regions of Pa(S1) also suggest a distribution of
thalamocortical terminations that is broader than layer 4, as the deeper sublayers of layers 3
and 6 are zinc-poor, whereas layers 2, outer 3 and 5B are synaptic zinc-rich. Layer 4 is CB-
poor (Fig. 9F).

In summary, Pa(S1) is characterized by histological features that are typical of primary
sensory cortex, including a thick layer 4 that is densely packed with small cells, and
prominent inner and outer bands of Baillarger in myelin stains. The zinc stain reveals a layer
4 with little synaptic zinc and zinc poor bands in layer 6. The PV-positive thalamocortical
afferents terminate in a similar laminar pattern. Pa(S1) also demonstrates specializations not
found in other primary sensory areas, including a large dysgranular zone (UZ), with
radiating dysgranular septa that separate the representations of body parts that are adjacent
in S1, but separated on the receptor sheet (skin). Similar separating septa have been
described in S1 of various mammals (see Qi and Kaas, 2004, for review). In addition, a
modular organization in parts of S1, best seen in brain sections cut parallel to the surface,
corresponds to those seen in the barrel field and other parts of S1 in rats and other rodents.

Area Pm—The parietal medial area, Pm is a subdivision of cortex between Pl rostrally,
area 19 caudally, limbic L medially, and S2/Pl, laterally. In general, Pm lacks distinctive
characteristics, as with other secondary or higher-order sensory fields. Due to the lack of
marked identifying features, Pm possibly contains more than one functional division. In
Nissl preparations, layer 4 is thinner and less pronounced than in Pa(S1) (Figs. 10B, 13A).
The Pm and limbic (L) border is marked by the lack of a distinctive laminar pattern in L in
the Nissl stain, whereas the lateral border with the parietal lateral area (Pl/S2) shows an
increase in the thickness of layer 4 in Pl/S2. Pm expresses more synaptic zinc than Pa(S1)
(Figs. 10C, 13B), especially in layer 4, but also in layers 3 and 6. However, Pm has similar
levels of synaptic zinc with area 19, except in layer 6 where Pm has a slightly increased
synaptic zinc expression. In VGluT2 preparations, Pm is distinct from area L, as layers 4
and 6 of area L express much less of the vesicle glutamate transporter protein (Fig. 13F).
Layer 3 stains less darkly for PV in Pm than in either Pa(S1) or L, and outer layer 6 is more
darkly stained in L than Pm (Fig. 13C). Pl/S2 has a darker, more prominent inner layer 3 in
PV stain than Pm. In most preparations, Pm has obvious borders with L and Pa(S1), a
reasonably clear border with Pl/S2, and a somewhat uncertain border with area 19.

Pl(S2) and Pv—The second somatosensory area, S2, occupies much of Pl, whereas the
more ventrally located Pv constitutes an additional somatotopic representation of the
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contralateral cutaneous mechanoreceptors (Krubitzer et al., 1986). In Nissl preparations, Pl/
S2 has a thinner layer 4 than Pa(S1) and with a lower packing density of cells in both layer 4
and layer 6 (Fig. 13A). In myelin preparations, Pl/S2 has a more distinctive outer band of
Baillarger than area 19, but is less myelinated overall than Pa(S1) (not shown). The lateral
border between Pl/S2 and Ti stands out clearly with a decrease in myelination in Ti and an
increase in myelination in A1 (not shown). In the zinc stain, Pl/S2 has more synaptic
zincexpression in all layers than Pa(S1) (Fig. 13B), suggesting a greater proportion of
cortical inputs. However the zinc staining is not homogenous, as the caudal part of Pl/S2
shows an increase in zinc staining across the layers. The border between Pl/S2 and area 19 is
marked by the increase in zinc staining especially in the supragranular layers in Pl/S2. In the
VGluT2 preparations, Pl/S2 show staining in layers 4 and 6 that is as pronounced as that in
Pa(S1) (Fig. 13E). The pyramidal cells in inner layer 3 of Pl/S2 are less darkly stained in
SMI-32 preparations than in Pa(S1) (Fig. 13D). In PV preparations, layer 4 of Pl/S2 is
thinner and more lightly stained, whereas the outer layer 6 is more lightly stained than in
Pa(S1) (Fig. 13C). A reduction in myelin stain marks the border of Pl/S2 with Ti (see Fig.
7F for the sparse myelination of Ti). With the staining preparations used here, the border
between Pl/S2 and area 19 is not dependably determined. In general, most stains define Pl/
S2 as an area that lacks the characteristics of a primary sensory area, allowing it to be
reliably distinguished from Pa(S1) and A1.

Area Pv has a thinner layer 4 in the Nissl-stained sections (Fig. 12B) and less myelinated
inner and outer bands of Baillarger in myelin-stained sections (Fig. 12C) than adjoining
areas, Pa(S1) and Ta. The moderate zinc staining across the layers in Pv (Fig. 12D) suggests
that Pv receives more cortical inputs, although thalamic inputs to layer 4 do exist (Krubitzer
et al., 1986). Layer 4, and inner and outer layer 6 stain less darkly for PV in area Pv
compared to areas Pa(S1) and Ta (Fig. 13C). Area Pv has less VGluT2 expression as well
(Fig. 12F, 13E). In SMI-32 preparations, Pv is not distinct from adjoining cortical areas
(Figs. 12E, 13D). The architectonic characteristics of Pv, as shown by the stains used here,
are consistent with the view that the parietal ventral area (Pv) is a secondary rather than a
primary sensory area.

The dysgranular strip (3a/dy)—A dysgranular strip of transition cortex, lies between
the areas M and Pa(S1). As this dysgranular strip resembles area 3a of cats (Dykes et al.,
1980; Felleman et al., 1983; Dykes et al., 1986; Avendaño and Verdu, 1992) and primates
(Jones and Porter, 1980; Huffman and Krubitzer, 2001; Krubitzer et al., 2004) in location,
shape and architectonic characteristics, we label the region 3a/dy. In Nissl preparations, 3a/
dy combines, in a muted form, some of the laminar characteristics of Mand Pa(S1). A layer
4 of granular cells is present in 3a/dy, but it is less pronounced than in Pa(S1). Layer 5
pyramidal cells are larger in 3a/dy than in Pa(S1), but not as large as in M. Layer 5 of 3a/dy
is also much thinner than that of M(Fig. 11B). Layer 3 of 3a/dy is less myelinated than
Pa(S1) (Fig. 14D). In the zinc stain, 3a/dy has more staining than Pa(S1) in layers 4 and 5,
although the intensity of staining in those layers is lower than that of M(Figs. 11C; 14C;
15C). Area 3a/dy also has less dense staining of layers 4 and 6 in sections prepared for PV
(Figs. 11D; 15D) and VGluT2 (Fig. 14E) than Pa(S1). However, in the more lateral sections,
dy showed concentrations of PV stain in layer 4 and inner 3, and inner and outer layer 6,
similar to, but to a lesser extent, the tri-banded appearance of Pa(S1) in PV preparations.
This results in a more distinct border between dy and M, as dy shows higher PV expression
in those layers than M (Fig. 15D). In layer 5 of dy, pyramidal cells immunoreactive for the
SMI-32 antibody had larger cell bodies and shorter apical dendrites than those in Pa(S1)
(Figs. 11E, 14F).
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Frontal cortex
The frontal cortex in squirrels (F) was not subdivided by Kaas et al. (1972). Here we divide
frontal cortex into an “agranular” primary motor field (M) and the remaining frontal cortex
(F). In rats, a complete motor map (Hall and Lindholm, 1974; Neafsey et al., 1986; Brecht et
al., 2004) has been cytoarchitectonically matched to lateral agranular cortex (AGl), which is
characterized by the absence of a granular layer 4 (Donoghue and Wise, 1982; Wise and
Donoghue, 1986; Li et al., 1990; Neafsey, 1990). In squirrels, electrical stimulation of
neurons in the caudal part of the frontal cortex with microelectrodes produced movements of
different body parts, but these results were not illustrated (Sur et al., 1978). However,
accesses to these and more recent microstimulation results from motor cortex of squirrels in
our laboratory indicate that M as defined here corresponds closely to the extent of primary
motor cortex, M1. Rats also have a second motor area on the rostromedial border of M1
(Neafsey et al., 1986), as well as ventrolateral (orbital) and medial prefrontal regions (Öngür
and Price, 2000). These regions are only briefly described in squirrels here.

Area M—In Nissl preparations, area M is characterized by the lack of a distinct layer 4
(although a thin layer 4 seems to be present), a much thicker layer 5 than the surrounding
cortex, and large cell bodies in layer 5 (Fig. 11B). In myelin preparations, area Mis less
densely myelinated than caudally located 3a/dy and Pa(S1), and the bands of Baillarger are
less distinct (Fig. 14D). Area Mexpresses high concentrations of synaptic zinc in layers 3, 5
and 6. Layers 3 and 4 of area M have more zinc staining than the adjoining 3a/dy and Pa(S1)
cortex (Figs. 11C, 14C). The presence of zinc staining in the middle layers of area M in
squirrels, is not surprising. In addition to receiving synaptic zinc-free inputs from the
ventrolateral (VL) complex of the thalamus, the motor cortex in squirrels receives zinc-
positive cortical inputs from areas such as S1, 3a/dy, and Pv (Krubitzer et al., 1986). Area
Mhas reduced PV-immunopositive terminations in middle layers compared to the cingulate
cortex located medially, but less PV staining than in Pa(S1) (Fig. 15D). Middle layers of
area M stain lighter in sections prepared for VGluT2 than in area 3a/dy and area Pa(S1), as
expected of the poorly developed granular layer 4 of area M. Layer 5 and inner layer 6 of
area Mshow SMI-32 stained pyramidal cells with large cell bodies, a characteristic of motor
areas (Fig. 11E).

In summary, area Mcan be distinguished from 3a/dy and Pa(S1) by the lower levels of
myelin present in area M, a thin and indistinct layer 4, and a thick layer 5 with large
pyramidal cell bodies. As expected from a poorly developed layer 4, there is less expression
of PV and VGluT2 in the neuropil of middle cortical layers than in sensory areas. Unlike
sensory cortices, area Mhad some zinc staining in layer 4, likely due to the presence of
cortical inputs from other areas, such as S1.

The remaining frontal areas—We have simply defined a large frontal (F) region rostral
and medial to area Mthat is not sharply distinguished from area M. The frontal region
extends to the border of anterior cingulate cortex (Fig. 17A). Frontal cortex likely includes a
granular rostral motor area (Neafsey et al., 1986), as well as medial and orbital prefrontal
areas of rats (Öngür and Price, 2000). The borders between these proposed divisions were
difficult to identify in our preparations and thus were left unmarked. There are, however,
some cytoarchitectonic differences between the frontal and motor cortices. In Nissl
preparations, the rostromedial border of area Mwith the frontal cortex is marked by the
emergence of a well-developed layer 4, packed with granular cells, and a thinner layer 5
then in area M (Figs. 14B, 15B, 16A). Area F also has better defined cortical layers in Nissl
preparations than the adjoining cingulate areas (Figs. 14B, 15B). In the myelin stain, there is
no distinct difference between area F and M, whereas there is slightly increased myelination
in area F than in the adjacent cingulate areas (Figs. 14D, 17D). The zinc stain in area F is
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less intense across the cortical layers than in area M and the cingulate areas, with the
decrement being especially marked in layer 4 (Figs. 15C, 16B, 17E). Area F shows
increased VGluT2 staining, in layer 4 compared to area M(Figs. 14E, 16D, 17C), whereas in
PV preparations, area F showed denser staining in layer 4 and inner layer 3, and outer layer
6 (Figs. 15D, 16C). Area F can be distinguished from the cingulate areas by the sharp
decrease in PV staining of layer 4 in the cingulate regions (Fig. 15D). The large pyramidal
cells in layer 5 that were revealed by SMI-32 immunostaining in area M are not observed in
area F and the expression of SMI-32 immunopositive cells in layer 3 of area F is reduced
compared to area M and the rostral cingulate area (Figs. 16E, 17F).

In summary, most of the staining methods applied show differences between the frontal
cortex, F, and the adjacent motor and cingulate cortex. However, the myelin stain was less
useful in delimiting the borders of area F.

Cingulate and retrosplenial cortex
Cingulate and retrosplenial cortex are parts of the classical limbic system that are found in
all mammals. Cingulate cortex is located along much of the medial wall of the cerebral
hemisphere, and is generally divided into anterior motor-related, and posterior sensory-
related divisions (Vogt et al., 1992). Retrosplenial cortex forms the most caudal part of the
medial limbic cortex. The cingulate and retrosplenial cortical areas receive inputs from the
anterior and lateral dorsal nuclei of the thalamus (Jones, 2007). A comparison of the
different nomenclature used for areas of cingulate and retrosplenial cortex can be found in
Jones et al. (2005).

Cingulate cortex—Early investigators divided cingulate cortex into areas somewhat
differently and used different nomenclatures in mice (Rose, 1929) and rabbits or ground
squirrels (Brodmann, 1909). Those of Rose were retained by Domensick (1969) in studies
using rats, whereas Vogt and Peters (1981) favored Brodmann’s terminology. The three
divisions identified in rats by Zilles and Wree (1995), cingulate areas 1, 2, and 3, are
respectively identified here as dorsal (DCg), ventral (VCg) and rostral (RCg) subdivisions of
the cingulate cortex in squirrels. DCg roughly corresponds to area 24b of Vogt and Peters
(1981), VCg to much of area 24a, and RCg to the rostral part of 24a and adjoining area 32.
The cingulate cortex of squirrels encompasses the rostral half of the cortex along the medial
wall of cerebral hemisphere (Fig. 17A).

Dorsal cingulate area (DCg)—In Nissl preparations, DCg has a layer 2 that is densely
packed, an indistinct layer 4, and a population of relatively large cell bodies in layer 5 (Fig.
16A). In myelin-stained sections, DCg is lightly myelinated with a faint outer band of
Baillarger (not shown). Layer 2 of DCg is darkly stained for synaptic zinc ions compared to
the adjoining frontal cortex (Fig. 16B) in zinc preparations. Layer 4 and inner layer 3 of
DCg have increased staining in VGluT2 prepared sections compared to the frontal cortex
and the ventrally adjacent cingulate region (Fig. 16D). In SMI-32 immunostained sections,
DCg shows darkly stained pyramidal cell bodies in layer 5 that are larger than those in the
frontal cortex (Fig. 16E) and a band of SMI-32 stained pyramidal cell neuropil in layer 3
that terminates at the DCg/RCg border (Fig. 16E).

Ventral cingulate area (VCg)—VCg is bordered dorsally by DCg, rostrally by RCg, and
caudally by the retrosplenial cortex. In Nissl-stained sections, layer 2 of VCg has a higher
packing density of cells and a thinner layer 5 than in DCg and inner layer 4 is very cell
sparse (Figs. 14B, 15B, 17B). VCg shows higher myelination than RCg and can be
delimited as such (Figs. 14D, 17D). VCg shows very dark zinc staining of layer 2 and
slightly lighter zinc staining in outer layer 5 (Figs. 14C, 15C, 17E). Layers 4 and inner 3 of
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VCg have moderate levels of synaptic zinc (Figs. 14C, 15C, 17E), suggesting the presence
of cortical afferents. The level of zinc staining in VCg is higher than in DCg, but lower than
in RCg (Figs. 14C, 15C, 17E). VCg shows a double banded staining pattern in sections
prepared for PV, the outer band in layers 3 and 4, and the inner band in outer layer 6 (Fig.
15D). In VGluT2 immunostained sections, VCg shows light staining in layer 4 and 6 (Figs.
14E, 17C), whereas in SMI-32 immunostained sections, there are almost no stained
pyramidal cells bodies in layer 3 and a very sparse population of SMI-32 immunopositive
pyramidal cell bodies in layer 5 (Figs. 14F, 17F).

Rostral cingulate area (RCg)—In Nissl-stained sections, RCg does not have a well-
developed laminar pattern and the large pyramidal cell bodies present in layer 5 of DCg and
to a lesser extent, in VCg, are almost absent in RCg (Figs. 14B, 15B, 16A, 17B). RCg is the
least myelinated out of the three cingulate areas (Figs. 14D, 17D). In zinc preparations, RCg
shows some staining in layer 4 (Figs. 14C, 15C, 16B, 17E) and darker staining of layer 5
than VCg (Figs. 14C, 17E). The PV immunopositive band in layer 4 of VCg is almost absent
in RCg, providing a distinct border between VCg and RCg (Fig. 15D) and layer 6 of RCg
stains lighter in PV preparations than that in DCg (Fig. 16C). In VGluT2 immunostained
sections, RCg has a moderately dark staining of layer 4, although no clear borders of RCg
can be detected in these preparations (Figs. 14E, 16D, 17C). There are almost no SMI-32
immunopositive pyramidal cells in layer 3 of RCg and very few immunostained small
pyramidal cells in layer 5 (Figs. 14F, 16E, 17F).

Retrosplenial cortex—Brodmann (1909) distinguished three subdivisions of retrosplenial
cortex in ground squirrels, areas 29a, 29b and 29c. More recently, Vogt and Peters (1981)
described four divisions (29a, b, c and d), and Domensick (1969) described only agranular
and granular divisions in rats. Here, we follow Zilles and Wree (1985) and Domensick
(1969) by distinguishing two main divisions of retrosplenial cortex, a granular area, RSG
and an agranular area, RSA.

Retrosplenial granular area (RSG)—In Nissl sections, RSG is characterized by a
conspicuous band in layer 2 that is densely packed with deeply stained cells (Fig. 2A). The
underlying granular layer appears to be part of layer 3, just over a sparse granular layer 4
(Vogt and Peters, 1981). RSG is poorly myelinated, without marked inner and outer bands
of Baillarger (Fig. 18B). RSG is poorly stained in sections processed for zinc, especially in
layers 3 and outer 4, which are almost free of synaptic zinc (Fig. 2B). This suggests that
most of the afferents to RSG in squirrels originate from the thalamus or other subcortical
structures. With the PV stain, layer 4 of RSG is light, whereas layers 2 and 3 are very dark.
Layer 6 has moderate staining, giving rise to a banded appearance (Fig. 6C). RSG shows a
dark staining of layer 3, outer layer 4 and inner layer 6 in the VGluT2 stain (Fig. 6E). In
SMI-32 prepared sections, RSG shows light staining of pyramidal cells in outer layer 3,
some staining of pyramidal cells in inner layer 5, somewhat more stained pyramidal cells in
outer layer 6, forming a tri-banded staining pattern as well (Fig. 6D). Layer 4 of RSG is
immunopositive for the LAMP antibody, as well as layer 6, though to a lesser extent. The
expression of LAMP in RSG is less compared to the ventrally adjacent subicular areas, but
the LAMP-positive band in layer 4 of RSG is thicker than that in RSA (Fig. 18C).

Retrosplenial agranular area (RSA)—The retrosplenial agranular area neither shows
well-defined laminar differentiation nor a developed granular layer 4 in the Nissl stain (Figs.
2A, 6A). RSA is poorly myelinated and has no obvious bands of Baillarger detected (Fig.
18B). In sections prepared for zinc, RSA shows higher intensity of staining, especially of
layer 3, than RSG (Figs. 2B, 6B), suggesting that RSA receives more cortical afferents than
RSG. There is very little PV staining in RSA, except in outer layer 6 (Fig. 6C). In the
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VGluT2 stain, two thin, well-stained bands are seen in layer 4 and 6 (Fig. 6E). RSA shows
almost no staining of pyramidal cells in SMI-32 prepared sections (Fig. 6D). RSA expressed
more staining for LAMP than the adjoining prostriata area, but less than the granular region
of the retrosplenial cortex (Fig. 18C).

Area prostriata (PS)
Cortex along the medial border of area 17, the portion representing peripheral vision of the
contralateral visual hemifield, has been distinguished in primates as area prostriata by
Sanides (1972). In cats and in several other non-primates, the prostriata region has been
called the splenial visual area (see Rosa, 1999 for review). In rats and mice, the comparable
region has been called the posteromedial visual area (Wang and Burkhalter, 2007), medial
area 18b (Krieg, 1946; Caviness, 1975), Oc2MM (Zilles and Wrree, 1995), or part of the
agranular retrosplenial cortex (Krettek and Price, 1977). We have used the term prostriata
here for this area, with visual connections and visually responsive neurons, in an effort to
standardize the nomenclature, and promote comparisons with primates. Area prostriata is
considered part of the limbic, rather than occipital cortex. It is described here as an area
bordering area 17 that is visual in function. As with primates (see Allman and Kaas, 1971),
prostriata in squirrels has an indistinct layer 4 and is poorly myelinated (Figs. 3, 6). Thus,
there is little evidence of layer 4 in PV or VGluT2 preparations. Layer 2 shows dense zinc
staining and SMI-32 staining disappears in layer 3.

Perirhinal areas
Cortex along the dorsal bank of the rhinal fissure has been called transitional cortex, as the
six distinct layers of most of neocortex are not always apparent (Zilles and Wree, 1995).
Here, we define an insular region (Ins) of cortex, just ventral and rostral to primary
somatosensory cortex Pa(S1), a more caudal perirhinal (PRh) region, and a caudal entorhinal
(Ent) cortex. Ins likely has functional subdivisions related to gustatory, general visceral,
somatosensory, and multisensory functions (Guldin and Markowitsch, 1983; Kosar et al.,
1986; Cechetto and Saper, 1987). Perirhinal and entorhinal areas relate to hippocampal
memory functions (Burwell and Amaral, 1998).

The insular cortex defined here in squirrels corresponds to the agranular insular cortex of
previous descriptions in rats (e.g., Kosar et al., 1986; Cechetto and Saper, 1987). The
granular and dysgranular insular regions are included in the parietal region of secondary
somatosensory cortex. In Nissl preparations, Ins has a darkly stained layer 2 that is densely
packed with cell bodies that does not form a continuous layer. Instead, the cells form groups,
or islands giving the layer a ‘scallop-like’ pattern. There is a lack of a well-developed
granular layer 4 (Fig. 19B). In myelin-stained sections, the Ins area stands out as an area
with almost no myelination (Fig. 19D). Ins is darkly stained in zinc preparations, especially
in layers 2 and 3 (Fig. 19C), indicating that most of the input is from other cortical areas.
The laminar staining pattern in the Ins region is uniform in PV (not shown), VGluT2 (Fig.
19E) and SMI-32 (Fig. 19F) immunostained sections.

In Nissl preparations, the perirhinal (PRh) cortex does not have a distinct laminar pattern.
However, layer 2 stands out due to the densely packed, Nissl-stained cell bodies that form a
continuous layer (Figs. 18B, 19B, 20B). This feature allows the differentiation of PRh from
the Ins cortex (Fig. 19B). Like the Ins area, PRh is very poorly myelinated (Figs. 18B, 19D)
and does not have distinct laminar patterns in the PV (Fig. 20D), VGluT2 (Fig. 19E) and
SMI-32 (Fig. 19F) immunostained sections. Area PRh, being part of the limbic cortex,
expresses a higher amount of the LAMP antibody compared to surrounding cortical areas
(Fig. 18C).
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Entorhinal cortex in rats is generally divided into lateral and medial areas (Blackstad, 1956;
Hevner and Wong-Riley, 1992). In the entorhinal cortex of squirrels, we distinguish the
lateral (LEnt), intermediate (IEnt) and medial (MEnt) entorhinal areas. In Nissl-stained
sections, all three areas have almost no cell bodies in layer 4 (Figs. 19B, 20B). Layer 2 of
LEnt shows higher packing density of cell bodies than IEnt, whereas in MEnt, the cells in
layer 2 are grouped into ‘islands’ in Nissl preparations (see Figs. 19B, 20B). The entorhinal
cortex has very low levels of myelination, with MEnt having the lowest level of myelination
(not shown). Layer 2 of the MEnt region stains darkly for synaptic zinc, IEnt has much
lighter staining and LEnt has the lowest levels of staining (Fig. 19C). In PV immunostained
sections, layer 2 of LEnt has the darkest staining, followed by MEnt and IEnt as the most
lightly stained region (Fig. 20D). MEnt has lighter staining through the layers than IEnt and
LEnt in VGlut2 immunostained sections (Fig. 19E). SMI-32 immunopositive pyramidal
cells are present in the upper cortical layer of LEnt and IEnt, and in the lower cortical layer
of MEnt (Fig. 19F).

DISCUSSION
The focus of the present research effort was to provide an improved overview of how the
neocortex in squirrels is subdivided into areas, the ‘organs’ of cortex (Brodmann, 1909). Just
as how the early taxonomic system of Linnaeus was fundamental to the subsequent advances
in the field of biology, the efforts of Brodmann (1909) and other early neuroanatomists in
dividing cortex into a patchwork of areas with supposed functional significance usefully
guided following generations of neuroscientists. The classification scheme of Linnaeus (c.f.
Benton, 2005) was corrected and extended by subsequent research. Likewise, the early
architectonic cortical maps of many studied mammals have been revisited and altered as a
result of further study. Here we present a revised interpretation of how the neocortex is
organized in the common grey squirrel, based on our study of an extensive battery of
histological preparations. The results are expected to provide a more detailed and accurate
portrayal of how the neocortex of squirrels is subdivided into areas, as squirrels, with their
well-developed visual system, have become useful in neuroscience research (Van Hooser
and Nelson, 2006; Kaas, 2002). In addition, these results on the well-differentiated areas of
the squirrel cortex reflect on theories of how the cortex of other rodents, in particular the
extensively studied rats and mice, is subdivided, as the brains of various rodents likely
resemble each other in how they are organized. Thus, our broader goal is to understand what
features of cortical organization are shared by the various species of rodents, and how the
differences that do exist evolved. The present results are discussed in relation to previous
architecture studies, especially on rodents, and other portrayals of the areal organization of
cortex.

Most architectonic studies in rodents, such as rats and mice, employed the use of Nissl,
myelin, and occasionally the acetylcholinesterase stains to subdivide the neocortex (e.g.,
Krieg, 1946; Caviness, 1975; Swanson, 1992; 2003; Zilles and Wree 1985, 1995; Paxinos
and Franklin, 2003; see Kaas et al., 1972 for squirrels). However, the potential use of other
histochemical procedures now provides a richness that can greatly enhance architectonic
studies. Thus, the immunoreactivity and staining patterns produced by antibodies, such as
VGluT2 (Nahami and Erisir, 2005), PV (Condé et al., 1996; Budinger et al., 2000;
Cruikshank et al., 2001), and SMI-32 (Voelker et al., 2004; Boire et al., 2005) have been
analyzed in the cortex of rodents, and there is a chemoarchitectonic atlas for rats (Paxinos et
al., 1999). Yet, variations in staining patterns produced with these antibodies have not often
been used as criteria for parcellating the neocortex. Similarly, the distribution of zinc-
enriched terminals has been described in the neocortex of rodents, such as mice (Garrett et
al., 1991; Brown and Dyck, 2004; Czupryn and Skangiel-Kramska, 1997), rats (Ichinohe et
al., 2003; Miro-Bernie et al., 2006), and in the visual cortex of parma wallabies (Garrett et
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al., 1994). These zinc-enriched terminals originate from a subset of glutamatergic neurons in
the neocortex, as well as neurons in the claustrum and amygdala, and they are not found in
terminals of neurons that originate in the thalamus (Danscher, 1982; Frederickson and
Moncrieff, 1994; Frederickson et al., 2000, Ichinohe et al., 2003; Ichinohe and Rockland,
2004). Of course, all cortical areas get thalamic inputs, and layer 4 of all areas has intrinsic
connections that presumably use zinc ions. Nevertheless, cortical areas, and especially layer
4, vary greatly in zinc expression, and a high density of zinc-stained terminals in layer 4 of
any cortical area likely reflects a dominance of corticocortical inputs, whereas a low density
suggests a dominance of thalamocortical inputs. As such, the zinc stain that reveals these
zinc-enriched terminals can act as a marker that allows a parcellation of cortical areas based
on differences in the proportions of cortical and thalamic inputs to layer 4. Thus, we have
used VGluT2, PV, and synaptic zinc, as well as Nissl, myelin, SMI-32, LAMP, CB and CO
preparations in our study of cortical architecture in squirrels.

Visual areas of occipital cortex
Area 17—The occipital cortex of squirrels contains three large areas, areas 17, 18 and 19
after Brodman (1909). These designations and the boundaries of these areas have been
retained from Kaas et al., (1972). Area 17 is an area common to most, if not all mammals,
and it is especially well developed in squirrels. The area is large, extending from the
dorsomedial surface of the hemisphere, along the cortex of the medial wall and onto the
cortex of the ventral surface. As with other mammals, area 17 of squirrels contains a
systematic representation of the contralateral visual hemifield (Hall et al., 1971) and projects
to the other occipital fields, areas 18 and 19 (Kaas et al., 1989). Area 17 is thicker and more
developed in its lateral, binocular portion (Hall et al., 1971). Area 17 is bordered on the
ventral surface by a subdivision of the cortex that may correspond to the visual limbic area,
or prostriata, of primates and other mammals (Sanides, 1970; Rosa et al., 1997; Morecraft et
al., 2000). The longer border of area 17, on the dorsolateral surface and extending onto the
medial wall and the posterior pole of the hemisphere, is with area 18 (V2). Area 17 has a
sharply defined layer 4 of densely packed granule and stellate cells, with suggestions of
sublayers, as described previously (Kaas et al., 1972). The area is also very distinct in most
preparations. Here we described the characteristics of area 17 of squirrels for the first time in
sections processed for parvalbumin, SMI-32, VGluT2 and synaptic zinc. Layer 4 stands out
in these preparations as a layer conspicuously poor in zinc, and densely expressing PV and
VGluT2.

The low level of synaptic zinc in layer 4 of area 17 is consistent with the evidence that
thalamocortical terminations do not have synaptic zinc, and that layer 4 of area 17, as a
primary sensory area, receives dense thalamic inputs from the lateral geniculate nucleus of
the dorsal thalamus, and few other inputs (e.g., Casagrande and Kaas, 1994; see Robson and
Hall, 1975; Weber et al., 1977 for lateral geniculate projections to area 17 in squirrels). In
addition to the low level of synaptic zinc expression in layer 4, layer 3 and outer layer 5
have considerably less synaptic zinc than the corresponding layers in extrastriate cortex (Fig.
4C). This implies that these layers also receive a high proportion of inputs from the
thalamus. In squirrels, the lateral geniculate nucleus projects densely to layer 4, and much
less densely to the outer half of layer 6 (Robson and Hall, 1975). These less dense
terminations in layer 6 may account for most or all of the thalamic input to this layer that
results in the reduction of the presence of synaptic zinc. In these earlier studies in squirrels,
there was no evidence for notable lateral geniculate projections to layer 3, although such
projections may exist as they do in primates (Casagrande and Kaas, 1994). Another source
of thalamic projections to superficial layers of area 17 in mammals is from nuclei of the
pulvinar complex (Kaas and Lyon, 2007). Although the cortical projections of pulvinar
nuclei in squirrels have been studied in the past (Robson and Hall, 1977), and projections to
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area 17 have not been directly demonstrated, they likely exist. Lesions of visual cortex that
are confined to area 17 (Kaas et al., 1972) do not cause retrograde degeneration of nuclei in
the pulvinar complex of squirrels, indicating that any projections to area 17 would have
sustaining collaterals to other visual areas. If areas 18 and 19 are included in the cortical
lesions, the anterior half of the pulvinar becomes massively degenerated. Possibly the
anterior pulvinar in squirrels also projects to area 17, thereby accounting for the reduction of
synaptic zinc in layer 3.

Area 17 of squirrels resembles area 17 of other rodents in its general location, architectonic
features, and retinotopic organization, but area 17 of other less visual rodents is smaller and
less distinctly differentiated. Area 17 and other areas have been repeatedly described in rats
(Krieg, 1946; Swanson, 1992; 2003; Zilles et al., 1980; 1984; Reid and Juraska, 1991), and
mice (Rose, 1930; Caviness, 1975; Paxinos and Franklin, 2003; Van der Gucht et al., 2007),
and less frequently in other rodents, such as guinea pigs (Rose, 1912), hamsters (Lent, 1982;
Dursteler et al., 1979) and agoutis (Picanço-Diniz et al., 1989). In a surface view, brain
sections cut parallel to the cortical surface, and processed for cytochrome oxidase activity,
or most other markers, area 17 is one of the most easily recognized and delimited areas of
the mammalian brain. Here, we defined area 17, distinguished binocular and monocular
sections of area 17, and described layers and significant sublayers of area 17.

Area 18—The concept of a medial area 18 (18b) and a lateral area 18 (18a) in rodents
comes from Krieg (1946) in answer to a dilemma. In squirrels and rabbits, Brodmann (1909)
described an area 18 along the medial border of area 17, but other areas, rather than area 18,
were placed along the lateral border of area 17. At least in the squirrel, it seems likely by
location that Brodmann was identifying the thinner, less-developed, monocular portion of
area 17 as area 18. Rose (1912) soon followed with descriptions of an area 17 bordered
medially, but not laterally, by an area 18 in guinea pigs and mice. The position of this
medial area 18 was subsequently recognized as incompatible with the location of
Brodmann’s area 18 in carnivores and primates, and thus Krieg (1946) added a lateral area
18 to the cortex of rats. In modern studies of rodents, the medial “area 18” usually
corresponds to the limbic visual area, prostriata (Sanides, 1970), also identified as the
splenial visual area (Kalia and Whitteridge, 1973), rather than a part of area 18 (See Rosa,
1999 for review). Somewhat differently, cortex along the medial margin of area 17 has been
divided into several proposed visual areas in mice and rats (e.g., Van der Gucht et al., 2007;
Wang and Burkhalter, 2007). In either case, the medial region is not area 18 of other
mammals, and the misidentification of this cortex as area 18 should be discouraged. As
Krieg (1946) recognized, the proposed medial area 18 (18b) and the lateral area 18 (18a) do
not resemble each other histologically.

In the present study, we used our battery of histological stains to characterize a highly
distinct band of cortex along the lateral border of area 17. The location of this band, along
the complete representation of the zero vertical meridian of area 17, corresponds to the
second visual area, V2 (Hall et al., 1971), as it does in a wide range of mammals, including
carnivores, primates, and fruit bats (see Rosa and Krubitzer, 1999, for review). Area 18 in
squirrels was defined earlier in Nissl and myelin preparations (Kaas et al., 1972). In Nissl
preparations, layer 4 and 6 are less densely stained than in adjacent areas, giving the
appearance of less distinct lamination. The increase in zinc staining in layer 4 and other
layers of area 18 is marked (Fig. 4C), consistent with the evidence that layer 4 of area 18
gets a massive input from area 17 (Kaas et al., 1989). However, the lateral geniculate
nucleus does provide some thalamic input to layer 4 of area 18 in squirrels (Weber et al.,
1977), and inputs to the supragranular layers are likely to originate from the pulvinar
complex. The adjoining area 19 has somewhat more synaptic zinc, suggesting less thalamic
input. There is no evidence for significant geniculate projections to area 19. Area 18 also has
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a more pronounced laminar pattern of neurofilament protein staining than area 19, as does
the cortex laterally adjoining area 17 in mice (Van der Gucht et al., 2007). Sections
processed for VGluT2 or PV also reveal laminar differences in density of staining between
areas 18 and 19. Finally, in surface-view of brain sections cut parallel to the brain surface
and stained for myelin, area 18 is quite distinct as a slightly less densely myelinated strip
along the outer border of area 17. However, the myelin pattern is not homogenous within
area 18 (Kaas et al., 1989). Rather, the strip contains a series of six to eight 500μm wide
patches along its length, indicating that area 18, as with primates (Casagrande and Kaas,
1994), has a modular organization in squirrels. This supposition is supported by the results
of a study of the corpus callosum connections in squirrels (Gould, 1984), as
interhemispheric projections terminate broadly in area 18, while avoiding a series of patch-
like regions that resemble the myelin-poor patches in size and number. It seems likely that
the callosal-poor zones are those where area 17 projections are concentrated, just as with rats
(Olavarria and Montero, 1984; Malach, 1989) and other rodents (Olavarria and Montero,
1989; Bravo et al., 1990).

As further support for the concept of an area 18 or V2 in rodents, an area 18 along the lateral
border of area 17 has been defined architectonically in the large South American
hystricomorph (related to guinea pigs) rodent, the agouti (Dasyprocta aguti). The area 18 is
distinct in cytochrome oxidase preparations as a band of less dense staining, and
characteristics in Nissl and myelin preparations are similar to those in squirrels (Picanço-
Diniz, 1987; Picanço-Diniz et al., 1989). Microelectrode recordings from this area 18
revealed a simple representation of the contralateral visual hemifield, which was termed V2.

We conclude from this review of the histological evidence that area 18 is a valid subdivision
of visual cortex, with a regular pattern of modular subdivisions relating to callosal and area
17 inputs. Other types of evidence support this conclusion. Most importantly,
microelectrode recordings across the width of area 18 in a series of penetrations from rostral
to caudal reveal a systematic representation of the contralateral visual hemifield in area 18
(Hall et al., 1971), one that conforms to the retinotopic organization of V2 of other
mammals, such as cats and monkeys. Thus, there is a reversal of retinotopic order at the area
17/18 border of squirrels so that forward vision is represented along the border and
successively more temporal vision is represented away from the border in both V1 and V2.
Lower vision is represented ventrally and upper vision is represented caudally in both areas.
Highly similar results appear to have been obtained in microelectrode mapping studies in
ground squirrels (Sereno et al., 1991). A summary of the Sereno et al. (1991) study has been
published in a review by Van Hooser and Nelson (2006). It shows a V2 along the lateral
border of V1 with the vertical meridian represented at the V1–V2 border, peripheral vision
along the outer border of V2, and the lower quadrant is rostral to the upper quadrant. This
proposed organization of area 18 in cortex lateral to V1 in grey squirrels and ground
squirrels is highly consistent with the connection patterns between area 17 and area 18.
Injections of tracers in area 17 labeled several patches of cells in area 18, but rostral
injections labeled more rostral patches than caudal injections (Kaas et al., 1989). Thus, the
connection pattern was less precise than the physiologically determined V1 and V2
representations would suggest, but the anatomical and physiological patterns of organization
in V2 were globally consistent.

The reason for this lengthy discussion of what seems to be an uncontroversial point is that
squirrels are rodents, and a different type of organization has been proposed for cortex
lateral to area 17 of rodents with a less developed visual system, such as rats and mice (e.g.,
Olavarria and Van Sluyters, 1982; Olavarria and Montero, 1984; 1990; Montero, 1993;
Wang and Burkhalter, 2007). Thus, a series of six visual areas have been proposed along the
lateral border of area 17, where V2 (area 18) is in squirrels and other studied mammals. This
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proposal, based on a combination of anatomical and physiological results, is partly
compatible with the classic cytoarchitecture map of mouse cortex by Rose (1930), which
showed several architectonic fields along the lateral border of area 17. However, it is
informative to note that Brodmann (1909) had previously failed to identify an area 18 along
the lateral border of area 17 of squirrels, and instead portrayed a string of areas along this
border (areas 7, 22, 21, 20 and 36). As the existence of a lateral area 18, or V2, in squirrels
now seems clear, we conclude that at least the squirrel branch of the rodent radiation
retained a visual area, V2 or area 18, an area that is basic to nearly all other mammals (See
Rosa and Krubitzer, 1999 for review). We question whether other less visual branches of the
rodent radiation abandoned this broadly conserved feature.

Not all investigators have placed a series of visual areas exist on the lateral border of area 17
in rodents. In the first extensive cytoarchitectonic and myeloarchitectonic study of cortical
areas in rats, Krieg (1946) illustrated an area 18a along the complete lateral border of area
17. Subsequently, Caviness (1975) retained an area 18a lateral to area 17 in mice, as did
Zilles and collaborators in several studies of rodent neocortex, with the modifications that
the region of area 18a was termed occipital area 2 lateral (Oc2L) and it was extended
rostrally, to include parts of Krieg’s area 17 (e.g., Zilles et al., 1980; Zilles and Wree, 1995).
A more recent architectonic study (Van der Gucht et al., 2007) of visual cortex in mice,
based on patterns of immunoreactivity for the neurofilament protein, SMI-32, distinguished
a narrow area V2L (with anterior and posterior halves) along the lateral border of V1 (area
17) that corresponds closely to the territory of V2 (area 18) expected from microelectrode
mapping data (see Wagor et al., 1980; also see Tiao and Blakemore, 1976). Interestingly,
Olavarria and Mendez (1979) in their microelectrode mapping study of the diurnal rodent,
Octodon degus, illustrated a much longer lateromedial area (LM) than usual for this
proposed area. This LM, though incompletely mapped, had the shape and retinotopy
expected in V2. While connection patterns, and some of the microelectrode mapping results,
can be viewed as supporting the proposal of six or so areas along the lateral border of area
17 (e.g., Olavarria and Montero, 1984; Montero, 1993; Olavarria et al., 1982; Olavarria and
Montero, 1990; Wang and Burkhalter, 2007), sometimes in a rather convincing manner
(e.g., Wang and Burkhalter, 2007), Malach (1989) concluded, in a study of area 17
connections in rats, that the cortex adjoining lateral striate cortex contains a single, global
map, V2. In a similar manner, Kaas et al., (1989) suggested that the acallosal modules of
area 18 in squirrels and other rodents overlap slightly in visuotopic organization, so that
injections in any region of area 17 could label several, but not all modules. Thus, rostral
modules in area 18 would be labeled by rostral injections and caudal modules by caudal
injections. After a review of the distribution of V2 across mammalian taxa, Rosa and
Krubitzer (1999) concluded that rodents have a V2, and that an elongated LM in rats and
other rodents corresponds to V2.

Area 19—The third division of occipital cortex that we have defined in squirrels is area 19.
This area was also retained from the earlier study of Kaas et al. (1972). Overall, area 19 is
less well-defined, and therefore more questionable as a valid visual area than areas 17 and
18. However, area 19 constitutes a band of cortex that is distinctly different in architectonic
appearance from area 18 and the adjoining temporal areas. Yet, presently defined area 19
may contain rostral and caudal subdivisions, as suggested by connection patterns (Kaas et
al., 1989). On the other hand, area 19 is a subdivision of the cortex that has long been
associated with the concept of a third representation of the contralateral visual hemifield.
This seems to be the case in cats, and perhaps other carnivores, where cortex defined
architectonically as area 19 corresponds to a third visual representation, one along the outer
border of area 18 (V2), and forming a mirror reversal of representation in V2 (Hubel and
Wiesel, 1965; Tusa et al., 1979; Albus and Beckmann, 1980). Presently, there is good
evidence for such a V3 along the outer border of area 18 (V2) in primates (Kaas and Lyon,
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2001), although it should be recognized that area 18 has been redefined in some primates
and it does not correspond to the area 18 of Brodmann (1909). Except for the description of
visual cortex in agoutis (Picanço-Diniz et al., 1989), other architectonic descriptions of the
organization of occipital cortex in rodents do not include an area 19. Yet, the existence of a
narrow V3, about half the width of V2, has been described in the visual cortex of ground
squirrels (Sereno et al., 1991). Given the long history of uncertainties about the existence of
V3 in monkeys and the difficulties in obtaining conclusive evidence (see Kaas and Lyon,
2001), it seems possible that squirrels have a V3. However, the V3 proposed by Sereno et al.
(1991) would occupy only the medial half of the area 19 depicted here. For now, we know
that area 19 of squirrels receives visual inputs from areas 17 and 18 (Kaas et al., 1989), and
that the pattern of connections appears to be more complicated that would be expected from
the retinotopy proposed for V3.

Areas of the temporal cortex
Three major divisions of temporal cortex, areas Ta, Ti and Tp, are easily distinguished in
squirrels. Ta and Tp have histological characteristics of sensory cortex, whereas Ti has the
features of a secondary field. Thus, Ta and Tp have a conspicuous layer 4 of granule cells,
dense myelination, express little synaptic zinc, have three obvious bands of stained
pyramidal cells in SMI-32 preparations, and a darkly stained layer 4 in VGluT2 and CO
preparations. In marked contrast, Ti lacks these distinguishing features. Ta, Ti and Tp were
previously recognized by Kaas et al. (1972) in squirrels, and these three subdivisions of
temporal cortex are retained here. We have also added a fourth subdivision, Tm.

Area Ta—The sensory nature of Ta is known, as it contains two primary auditory fields,
A1 and R, as wells as several secondary auditory fields (Luetheke et al., 1988; Merzenich et
al., 1976). In our unpublished studies of temporal cortex connections in squirrels, injections
in Ta labeled neurons in the medial geniculate complex of the dorsal thalamus. Although Ta
is not uniform in appearance, we were unable to reliably distinguish differences in
architecture between the auditory fields contained within Ta. However, in brain sections cut
parallel to the flattened cortex, the core areas, A1 and R, do appear to be slightly more
myelinated than the rest of Ta (Krubitzer et al., 1986). In such myelin-stained, flat-mounted
sections from the brains of ground squirrels, Ta has been identified as such (Slutsky et al.,
2000), or simply referred to as auditory cortex (Paolini and Sereno, 1998).

There is no complete agreement on how auditory cortex is divided into areas across rodent
taxa, but all rodents appear to have at least two core or primary-like areas, as well as a
number of associated secondary fields (e.g., Wallace et al., 2000; Thomas et al., 1993;
Rutkowski et al., 2003; Polley et al., 2007). The core areas generally include an area
identified as A1, and a more rostral area, the anterior auditory field. These areas receive
inputs from the ventral nucleus of the medial geniculate complex, as well as other
subdivisions (Ryugo and Killackey, 1974). These areas, and possibly adjoining auditory
areas, have been included in an architectonic zone that has the sensory characteristics of Ta
in squirrels. The region was termed area auditoria or area 41 in rats by Krieg (1946).
Caviness (1975) described a similar area 41 in mice. Zilles and colleagues called the same
region Te1 (temporal area 1) in rats (Zilles et al., 1980; Zilles and Wree, 1995). Given the
distinctiveness of the auditory region, it is surprising that the region was not recognized in
rodents by Brodmann (1909) or Rose (1930). Although Ta, area 41, or Te1 correspond to
auditory cortex, the field includes at least two core areas and likely several secondary areas.

Area Tp—Area Tp is the other subdivision of temporal cortex in squirrels with
architectonic characteristics suggestive of a core sensory field. This is a very distinct area in
squirrels and has been delimited in a number of previous studies (Kaas et al., 1973;
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Krubitzer et al., 1986; Paolini and Sereno, 1998; Kaas et al., 1989; Slutsky et al., 2000). A
comparable area Tp has been described in the agouti, identified by its dense myelination and
ventroposterior position (Picanço-Diniz, 1987; Picanço-Diniz et al., 1989). Microelectrode
recordings from Tp of agoutis indicate that the area responds to visual stimuli and possibly
has a retinotopic organization. The source of the activating visual input to Tp of squirrels is
uncertain. It appears to get no input from area 17 and, at best, sparse inputs from area 18.
However, Robson and Hall (1977) demonstrated a dense projection from the caudal part of
the pulvinar complex to Tp in squirrels, and this subdivision of the pulvinar that receives
inputs from the retinal-recipient layer of the superior colliculus. Thus, a relay from the retina
to the superior colliculus, followed by the pulvinar, and finally to Tp, likely provides
activating input to Tp. The superior colliculus of squirrels is about ten times larger than
expected for a rat of similar size (Kaas and Collins, 2001), and it provides a massive input to
the caudal pulvinar. As removal of all of area 17 in squirrels fails to completely abolish the
components for visual discrimination (Levey et al., 1973; Kicliter et al., 1977; Wagor,
1978), a pathway from the superior colliculus to the cortex via the pulvinar may be the
source for most of the preserved visual abilities. While considerable vision remains after a
loss of primary visual cortex in such a diverse array of mammalian species such as cats,
monkeys, tree shrews, and humans (see Payne et al., 1996 for review), the role of a pathway
from the superior colliculus to cortex in preserving visual abilities remains uncertain
(Fendrich et al., 2001).

No visual area comparable to Tp has been described in rats and mice. Krieg (1946)
considered temporal cortex caudal to auditory cortex in rats to be poorly developed and of
uncertain identity. The caudal division of temporal cortex of Zilles and Wree (1985), Te2,
would seem to occupy the position of both Ti and Tp of squirrels, but the low level of
myelination of Te2 and evidence of auditory functions suggest that this region more closely
corresponds to Ti than Tp. Quite possibly, rats and mice, with less developed visual systems,
have little cortex that corresponds to Tp.

Area Ti—Area Ti is the region between Ta and Tp. Ti has none of the pronounced
architectonic features of a core sensory area of Ta and Tp, but rather has the appearance of a
higher-order or association area. The functions of Ti are not known, but its position between
visual and auditory fields suggest that is might be responsive to both modalities. As
suggested above, much of Ti may correspond to area Te2 of Zilles and Wree (1985) in rats.

Area Tm—The fourth subdivision of temporal cortex in squirrels is the most dorsal or
medial portion, Tm. As the architecture of Tm resembles that of Tp, some of Tm was
included in Tp by Kaas et al., (1972). However, part of the Tm region was distinguished as
area 19p, as it differed from area 19 proper by having a somewhat denser layer 4 of granule
cells and a somewhat greater expression of myelin. Together with Tp, Tm or parts of it may
receive inputs from the caudal division of the inferior pulvinar (Robson and Hall, 1977). The
Tm region appears to have connections with area 18 of grey squirrels (Kaas et al., 1989),
and it is within the territory of temporal cortex that is responsive to visual stimuli in ground
squirrels. Tm possibly overlaps with the proposed middle lateral (ML) visual field, where
neurons were found to be directionally selective (Paolini and Sereno, 1998). Anatomical
studies are needed to determine if the connections of Tm are distinct from those of Tp.

Areas of the parietal cortex
Areas Pa(S1), Pm, Pl, PV and dy are subdivisions of somatosensory cortex in squirrels.
Areas Pa(S1), Pm and Pl have been retained from Kaas et al. (1972). Here we add the 3a/dy
area and the parietal ventral area.
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Area Pa(S1)—The largest subdivision of somatosensory cortex is area Pa(S1). As
somatosensory koniocortex (area 3b), Pa(S1) is characterized by a layer 4 that is densely
packed with granule cells. Amongst other architectonic features of primary sensory cortex,
layer 4 is expresses very little synaptic zinc, and has a neuropil that is VGluT2 rich. This
lack of synaptic zinc suggests that layer 4 receives inputs almost exclusively from the
thalamus, rather than from other areas of cortex. As with primary somatosensory cortex
(area 3b) of other mammals, Pa(S1) in squirrels receives dense inputs from the
ventroposterior nucleus (Krubitzer and Kaas, 1987), and these inputs are expected to
terminate largely within layer 4. Area Pa(S1) represents the contralateral body surface (Sur
et al., 1978; Krubitzer et al., 1986; Slutsky et al., 2000) in a topographic pattern that
conforms to the expected organization of the first somatosensory area, S1 (see Kaas, 1983
for review). Thus, the hindlimb and tail are represented medially, and the face is represented
laterally in Pa(S1). As has been most clearly demonstrated in rats (e.g., Chapin and Lin,
1984; Dawson and Killackey, 1987; Remple et al., 2003), but also in other mammals
including monkeys (see Qi and Kaas, 2004 for review), aspects of the somatotopy are
reflected in the configuration of Pa(S1). Thus, protrusions of the rostral dysgranular area, dy,
extend into Pa(S1), separating upper lip, lower lip and forepaw representations (Figure 8B;
also see Figure 1 of Krubitzer et al., 1986). The two separate septa of dysgranular cortex
merge in central Pa(S1), forming an oval of dysgranular cortex nearly 1mm wide where
neurons fail to respond to light, tactile stimuli. This dysgranular oval was called “the
unresponsive zone” (Sur et al., 1978), and it is known to have thalamic connections that
implicate this and other parts of this dysgranular cortex in the processing of information
from muscle spindle receptors (Gould, 1989). Functionally, the large dysgranular zones
within Pa(S1) appear to be an extension of the rostral dysgranular cortex rather than part of
Pa(S1).

The large forepaw region of Pa(S1) (Figure 8a; Sur et al., 1978) reflects the high density of
cutaneous mechanoreceptors in the glaborous forepaw skin of tree squirrels (Brenowitz,
1980). Additional important sensory information in squirrels, as with other rodents, is
relayed from the sinus hairs of the face, the mystiacal hairs and the smaller hairs on the skin
adjoining the upper and lower lips. These regions of S1 of many rodents, and some other
mammals, are subdivided histologically into a number of modules or barrel-like structures,
first recognized by Woolsey and colleagues (1975). These modular subdivisions (called
barrels), one for each whisker, can be seen in a number of histological preparations,
including Nissl-stained sections cut parallel to the cortical surface. Such “barrels” have been
described before in S1 of squirrels (Woolsey et al., 1975), and they are demonstrated here in
brain sections processed for CO or PV (Fig. 8).

The primary somatosensory representation, S1, has been identified by microelectrode
recordings in a number of rodent species and other mammals (see Johnson, 1985 for
review). This primary representation has been consistently shown to be coextensive with an
architectonically distinct zone of cortex that varies in histological differentiation, but always
expresses more sensory characteristics than other areas of cortex, excluding primary
auditory and primary visual cortex. As argued elsewhere, only the area 3b somatosensory
representation of primates is homologous with S1 of other mammals (Kaas, 1983). Thus, the
sensory cortex that is co-extensive with S1 can be termed as area 3b in all mammals,
regardless of its degree of differentiation, as is now commonly done for area 17 as primary
visual cortex. However, there has been a history of misidentification in architectonic studies.
Brodmann (1909) identified much of the S1 region of squirrels as area 1. In rats, Krieg
(1946) laterally divided the S1 region into a puzzling patchwork of areas 1, 2 and 3.
Caviness (1975) divided the S1 region of mice into areas 3 and 1, placing most of area 2
caudal to area 3. More recently, the full extent of S1 in rats has been recognized, and Zilles
and Wree (1985) have accurately outlined S1 in Nissl-stained sections cut parallel to the
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flattened cortex as parietal area 1 (Par1), which includes both granular and dysgranular
cortex of rats.

Although an overlap zone of S1 with motor cortex is commonly proposed in some rodents,
especially rats (e.g., Donoghue et al., 1979; Donoghue and Wise, 1982; Hall and Lindholm
1974), the co-extensiveness of S1 with granular parietal cortex of rodents argues against this
interpretation. Nevertheless, as Sanderson et al, (1984) noted, low-threshold movements can
be elicited with electrical stimulation with microelectrodes from agranular, dysgranular, and
even rostral granular parietal cortex in rats. This finding is similar to that obtained with
microstimulation in primates, where low levels of current evoke movements from primary
motor cortex (M1), dysgranular cortex (area 3a) between M1 and S1, and parts of S1 (area
3b) (see Wu et al., 2000; Burish et al., 2007). Yet, M1 (Area 4), area 3a, and S1(3b) areas
are well established as separate areas without overlap. While some portions of S1(3b) in
rodents may be more specialized for motor functions than others, these portions need not
represent a more primitive overlap of functional areas, as often stated.

A second subdivision of parietal cortex, the dysgranular area, 3a/dy, lies along the rostral
border of Pa(S1), while including the dysgranular zones that extend into Pa(S1). This
arrangement is very much like the arrangement of dysgranular cortex relative to the granular
cortex in rats (Chapin and Lin, 1984). Although a 3a/dy zone was not included in the earlier
study of cortical architecture in squirrels of Kaas et al (1972), where brain sections were cut
in the coronal plane, the 3a/dy area is obvious in sections cut in the more favorable
horizontal and sagittal planes. The 3a/dy area is identified by a marked reduction in the
density of cells packed in layer 4 compared to Pa(S1), but a more obvious layer 4 than in
motor cortex. By relative position and architectonic appearance, 3a/dy is homologous to area
3a of primates, an area that also appears to exist in other mammals as the cortical target of a
thalamic projection of proprioceptive information, largely from muscle spindle receptors
(see Krubitzer et al., 2004 for review). The area along the rostral border of S1 in cats has
long been considered to be area 3a (e.g., Dykes et al., 1980). The 3a/dy area in squirrels has
also been called the rostral area (Slutsky et al., 2000). As for area 3a of primates and cats, R
or dys contains a representation of largely “deep” receptors (non-cutaneous) in a
somatotopic pattern that parallels that of S1. These inputs come from a proprioceptive
nucleus of the thalamus (Gould et al., 1989), and cortical inputs come from S1 (Krubitzer et
al., 1986).

Area Pm—The medial half of the parietal cortex along the caudal border of Pa(S1) was
termed Pm (Kaas et al., 1972). This band of cortex has less pronounced sensory features
than Pa(S1), but Pm differs only slightly from adjoining areas 19 and Pl, which have
somewhat more pronounced sensory features. Much of Pm has connections with Pa(S1), S2
and PV (Krubitzer et al., 1986), and in ground squirrels, neurons in Pm have been shown to
respond to strong somatosensory stimulation (Slutsky et al., 2000). As such, Pm can be
regarded as a somatosensory area, or possibly a multisensory area. An area Pm has also been
defined along the caudal border of S1 in rats (Li et al., 1990; Fabri and Burton, 1991).
Similar to Pm in squirrels, Pm in rats receives projections from S1 in a topographic pattern
that indicates that a somatosensory representation in Pm parallels the organization of S1. Pm
in squirrels likely projects to motor cortex, as Pm does in rats (Donoghue and Parham, 1983;
Reep et al., 1990; Reep et al., 1994; Wang and Kurata, 1998), and as cortex along the caudal
border of S1 does in many mammals (see Remple et al., 2007 for review). The position of
Pm, of course, is in the relative position of area 1 in primates, which contain a representation
of cutaneous receptors in parallel to the S1 representation (see Kaas, 2004 for review). In
rats, Pm has visual and perhaps auditory inputs, and functions as a multisensory area (Reep
et al., 1994; Di et al., 1994; Wallace et al., 2004). In tree shrews, Pm consists of a rostral
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strip that is dominated by somatosensory inputs and a caudal strip that is multisensory
(Remple et al., 2006). This possibility has not been investigated in squirrels.

As Pm in squirrels is not architectonically very distinct from adjoining occipital and lateral
parietal areas, it is not surprising that a Pm region has not been distinguished in the major
architectonic studies of neocortex in rats and mice. However, Rose (1912) distinguished a
larger area 7 in mice that covered much of the region, whereas regions designated as areas 1
and 2, and perhaps 18a covered the Pm region in the depiction of Caviness (1975). In rats,
Krieg (1946) included the Pm region in a larger area 7, whereas Zilles and coworkers
included Pm in a large occipital region, Oc2L (Zilles 1990; Zilles and Wree, 1995).

Areas Pl and Pv—The lateral parietal region, Pl, has been retained from Kaas et al
(1972), and the parietal ventral area, Pv, is newly distinguished as an architectonic field
between Ta and Pa(S1). The second somatosensory area, S2 occupies a little more than the
rostral half of Pl (Krubitzer et al., 1986). However, the only distinctive differences in the
architecture of the two parts of Pl, is that caudal Pl has less zinc staining. Pl has less
dominant sensory characteristics than adjoining areas Pa(S1) and Ta, but more than Pm, Ti,
and even area 19. S2 is known to receive direct thalamic connections from the
ventroposterior nucleus in most mammals, as it does in squirrels (Krubitzer and Kaas, 1987).
Other thalamic inputs are from the posterior medial nucleus. These thalamic inputs would
reduce the expression of zinc in layer 4 and in supragranular layers of S2. However, S1
provides dense cortical inputs to S2, and Pv provides additional inputs (Krubitzer et al.,
1987), increasing the expression of zinc. The significance of the more caudal part of Pl is
unknown, but multisensory functions seem likely, given the adjacent somatosensory,
auditory and visual regions.

Pv is a subdivision of somatosensory cortex that was first defined in squirrels, but has
subsequently been identified in a range of mammalian species (see Slutsky et al., 2000, for
review). As with S2, Pv contains a representation of the contralateral body surface.
Typically, responses to auditory stimuli can be recorded in Pv as well. In squirrels, the
sensory characteristics of Pv are less pronounced than in the adjoining areas Pa(S1) and Ta,
as the cortical architecture resembles that of S2. Pv receives cortical inputs form S1 and S2
(Krubitzer et al., 1986) and thalamic inputs from the ventroposterior nucleus and parts of the
medial geniculate complex (Krubitzer and Kaas, 1987). This mixture of thalamic and
cortical inputs accounts for the increased expression of zinc in layer 4 and supragranular
layers, compared to Pa(S1), but the increase is not as extensive as in area Ti, which appears
to get fewer thalamic inputs.

Until recently, S2 and Pv were not distinguished from each other in other rodents, such as
rats. However, the existence of both areas has now been well documented in rats (Fabri and
Burton, 1991; Li et al., 1990; Remple et al., 2003). In surface-view sections, Pv of rats
expresses less cytochrome oxidase than either of the adjoining S1 of primary auditory areas,
but the expression is uneven, suggesting a relationship to the body surface repesentation
(Remple et al., 2003). In rats, both S2 and Pv would be contained in the cortex identified by
Zilles and Wree (1985) as parietal area 2.

Frontal cortex
In frontal cortex of squirrels, we have distinguished an agranular motor area that might be
more properly called dysgranular because a trace of layer 4 is present. Here we described
other architectonic characteristics of this field, including the presence of a thin synaptic
zinc-poor layer 4. Unpublished microstimulation results from our laboratory indicate that
this agranular field, M, corresponds to primary motor cortex, M1. This M1 is in the relative
position of M1 in other mammals, and it corresponds to the map of contralateral body
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movements that has been described in lateral agranular cortex of rats (Donoghue and Wise,
1982; Neafsey et al., 1986; Brecht et al., 2004). In rats, M1 appears to largely correspond to
frontal area 1 (Fr1) of Zilles and Wree (1985), although not completely. Krieg (1946)
defined an area 4 that overlaps with medial S1, and does not conform well to the extent of
M1 in rats. In ground squirrels, Brodmann (1909) described a frontal region, with
cytoarchitectonic features of both areas 4 and 6, that overlaps the present area M, whilst
extending further rostrally.

The cortex rostromedial to area M is in the relative position of the second motor area of rats
(Neafsey et al., 1986). In squirrels and rats, this rostromedial cortex has a more obvious
layer 4, but this region is not fully characterized in the present report. The second motor area
of rats, whether a premotor area or the supplementary motor area, corresponds to the Fr2
region of Zilles and Wree (1995).

Other frontal areas in squirrels include the lateral orbital frontal cortex and the medial
frontal cortex of the frontal pole. These regions were not well distinguished in the present
preparations. In rats and rabbits, lateral and medial frontal regions have different
connections and behavioral functions (Uylings et al., 2003; Gabbott et al., 2005; Leal-
Campanario et al., 2007). Although the prefrontal cortex of rats is considered to be agranular
(Öngür and Price, 2000), and thereby lacking the highly granular prefrontal cortex of
primates (Preuss, 1995), frontal polar regions of squirrel cortex, have a clear layer 4. The
frontal pole has been variously divided in rats, with Ray and Price (1992) defining medial
and lateral frontal polar areas.

Cingulate and retrosplenial cortex
Cingulate cortex—In squirrels, we distinguish these subdivisions of cingulate cortex as
areas DCg, VCg, and RCg. DCg corresponds to the dorsal cingulate area, VCg to the ventral
cingulate area, and RCg to the prelimbic area of Ray and Price (1992). DCg approximately
corresponds to area 24b and b′, VCg to 24a′ and RCg to 24a of Vogt et al. (2004). The
cingulate cortex in squirrels, like in other mammals such as monkeys (Vogt et al., 1992) and
rats (Zilles, 1990), surrounds much of the anterior portion of the corpus callosum (Fig. 16A).
The cingulate cortex, part of the limbic system and the Papez circuit (Vogt et al., 1992), has
cytoarchitectonic features of both isocortex and allocortex (Zilles, 1990). The lack of well-
defined cortical layers and an indistinct layer 4, characteristics of the cingulate cortex in rats
(Zilles, 1990; Vogt et al., 2004), are observed in grey squirrels as well. SMI-32 preparations
in grey squirrels showed that the dorsal part of the cingulate cortex, DCg, contains slightly
more pyramidal neurons than the ventral areas, VCg and RCg (Fig. 16F). This is similar to
the observation made by Jones and colleagues (2005) in Nissl preparation of rat brain
sections, where this dorsal anterior cingulate (ACd) area (DCg here), contains slightly more
pyramidal neurons than their ventral anterior cingulate (ACv) area (VCg and RCg). The
cingulate cortex in rats receives diffuse projections from the mediodorsal, ventromedial and
anteromedial portion of the thalamus (Domesick, 1969) and has been implicated in higher-
order brain functions, such as attention, pain processing and motivational aspects of learning
(Gabriel et al., 1980; Vogt et al., 1990; Jones et al., 2005).

Retrosplenial cortex—The retrosplenial cortex has a role in the processes of learning and
memory (van Groen and Wyss, 1990). In grey squirrels, we have retained the retrosplenial
granular (RSG), and retrosplenial agranular (RSA) nomenclature of Rose (1929) and these
retrosplenial areas seem to correspond to areas 29a to c and 29d respectively, of Vogt
(1993). The granular retrosplenial cortical area (RSG) in grey squirrels, as in rats (Vogt and
Peters, 1981), is more dysgranular than agranular as there is some layer 4 stellate cells. Just
as in rats, RSG in squirrels has a compressed layer 2 plus 3 that is densely packed with cells.
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This band of cells is less distinct in the poorly laminated RSA (Fig. 2A)(Palomero-Gallagher
and Zilles, 2004). Both RSG and RSA show characteristics of periallocortex, with poor
laminar differentiation, making them easily distinguishable from adjacent cortical areas. The
middle layers of RSG are poorly stained in sections processed for zinc, suggesting the
presence of thalamic inputs. RSA has more zinc staining, especially in layer 3. In rats, RSG
receives afferents from the anterodorsal (AD) and anteroventral (AV), and lateral dorsal
(LD) thalamic nuclei (Domesick, 1969; 1972; van Groen and Wyss, 1990), as well as
afferents from parts of the cingulate cortex, some visual areas (Vogt and Miller, 1983) and
callosal fibers from the contralateral retrosplenial areas (Vogt et al., 1981). RSA has
connections with the anteroventral (AV), anteromedial (AM) and the lateral dorsal (LD)
nuclei of the thalamus (Sripanidkulchai and Wyss, 1986).

Perirhinal cortex
Perirhinal cortex forms a narrow belt along the dorsal bank of the rhinal fissure and the
caudally adjoining cortex at the end of the rhinal sulcus. Traditionally, perirhinal cortex has
been divided somewhat arbitrarily into a portion ventral and rostral to somatosensory cortex,
the insular cortex, and a more caudal portion, the perirhinal cortex, of similar appearance.
Even more caudoventrally, the entorhinal cortex has a distinct appearance that allows it to be
identified as such in a wide range of mammalian species.

Insular cortex—The insular cortex (Ins) defined here is poorly laminated with an
indistinct layer 4 (Fig. 19). In rats, this region corresponds to the “agranular” insular cortex
(AI) of Zilles (1990) that lacks a distinct granular layer 4 and is poorly myelinated. Our
insular cortex in squirrels does not include the granular insular cortex of other descriptions
in rats and other rodents, as this cortex is included in our Pv region (Fig. 8A). As with rats
(Zilles, 1990), the insular cortex in grey squirrels occupies the anterior half of the rhinal
sulcus, with the claustrum marking the caudal border of the insular with the adjoining
perirhinal cortex. The insular cortex has connections with several regions, including the
cingulate, piriform, perirhinal and entorhinal cortices, and the mediodorsal and
lateroposterior nuclei of the thalamus (Groenewegen, 1988;Zilles, 1990;Ray and Price,
1992). Proposed to be part of the gustatory cortex, the agranular region of the insular in rats
may be involved in taste (Kosar et al., 1986;Sewards and Sewards, 2001), as well as to
having introceptive functions (Cechetto and Saper, 1987;Contreras et al., 2007).

Perirhinal cortex—The perirhinal cortex, PRh, in squirrels is bordered by temporal,
insular and entorhinal cortices. PRh is retained from Zilles and Wree (1985), and
corresponds to the posterior region of area 35 of Krieg (1946) and the ectorhinal and
perirhinal areas of Swanson (1992). PRh is poorly myelinated in both grey squirrels (Fig.
19B) and rats (Burwell, 2001; Palomero-Gallagher and Zilles, 2004). In grey squirrels, PRh
receives large amounts of cortiocortical inputs, especially in the superficial layers, as shown
by the zinc stain (Fig. 19C). In rats, PRh has connections with the piriform, frontal, temporal
and insular cortices (Furtak, 2007) and the anterior thalamic nuclei (Palomero-Gallagher and
Zilles, 2004). Connections of PRh with the hippocampal formation suggest that PRh has a
role in memory processes (Burwell and Amaral, 1998; Palomero-Gallagher and Zilles, 2004;
Furtak, 2007).

Entorhinal cortex—The entorhinal cortex, area 28 of Brodmann’s (1909) is part of the
retrohippocampal field and is an important association pathway within the hippocampal
region (Köhler, 1986). We have retained the term Ent of rats from Paxinos et al. (1999) and
Zilles (Palomero-Gallagher and Zilles, 2004), which corresponds to the entorhinal cortex
(EC) of Blackstad (1956) and Köhler (1986). EC cortex has been divided into medial (MEA)
and lateral areas (LEA) (Köhler, 1986), or areas 28a and 28b respectively (Blackstad, 1956).
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On the basis of cytoarchitecture, we have further subdivided LEA into intermediate (IEnt)
and lateral (LEnt) portions. MEA corresponds to our MEnt.

CONCLUDING REMARKS
Squirrels are rodents that have become useful and interesting in studies of neocortical areas
and functions, in part because of their well-developed visual system, but also because of a
brain that is larger than those in rats and mice. Here, we show that a number of cortical areas
are more distinct architectonically than in more commonly studied laboratory rodents. In
particular, primary and secondary visual areas as well as three main divisions of the
temporal lobe are obvious. The distinctiveness of these fields invites further study, as well as
comparisons with other rodents where homologous regions are expected, but not as easily
defined. Such comparisons could lead to a better understanding of cortical organization and
function in the widely used rats and mice. Other comparisons might be made with other
members of the Euarchontoglire clade of mammals, including the closely related
lagomorphs and the more distantly related tree shrews and primates. We would expect more
overall similarities in cortical organization across members of this clade, than between
members of this clade and those of the other five major clades of mammals. In this regard, it
is interesting that evidence for a third visual area, V3, exists for some ground squirrels, but
not for rats and mice, where even the existence of V2 has been questioned. V3 has been
described in primates of the Euarchontoglire clade, but also in cats of the Laurasiatherian
clade. While it is possible that a V3-like area evolved independently in squirrels, primates
and cats, the other possibility is that present comparative understandings of cortical
organizations within and across clades are so incomplete and inaccurate that questions about
the evolution of V3, and perhaps many cortical areas, cannot be fruitfully addressed without
a host of further comparative studies. As such studies can be costly and labor-intensive,
studies of brain organization and function have necessarily concentrated on a few species for
practical or conceptual reasons. Further studies of brain organization in squirrels might
promote a better understanding of cortical organization and evolution in members of the
Euarchontoglire clade.
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Figure 1.
Architectonic characteristics of visual areas 17 and 18. Coronal sections from occipital
cortex were processed for (A) Nissl substance, (B) synaptic zinc, (C) parvalbumin (PV), (D)
neurofilaments with the SMI-32 antibody, or (E) the vesicle glutamate transporter 2
(VGluT2). The boundaries of proposed cortical areas are shown on a dorsal view of a
squirrel brain in panel F. The vertical line through areas 17 and 18 indicates the locations
where sections were taken for panels A–E. The blue line marks the regions shown in these
sections. Occipital areas 17, 18 and 19 are adopted from Brodmann (1909). 17u refers to the
monocular region, while 17b refers to the binocular region of area 17. Arrowheads mark
architectonic boundaries. Short lines under 17/18 arrow heads separate cortical layers 1–6.
See table 1 for abbreviations for other areas. The scale bar for brain sections (panel E) =
2mm. The scale bar on the brain (panel F) = 5mm. Sections were from squirrel 06-18.
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Figure 2.
Architectonic characteristics of visual and adjoining retrosplenial cortex. Brain sections
were cut in the parasagittal plane. The sections processed for Nissl substance (A) and zinc
(B) were from near the medial wall of the caudal hemisphere. See table 1 for abbreviations.
Scale bar = 2mm. Sections were from 05-19. 2. Architectonic characteristics of visual and
adjoining retrosplenial cortex. Brain sections were cut in the parasagittal plane. The sections
processed for Nissl substance (A) and zinc (B) were from near the medial wall of the caudal
hemisphere. See table 1 for abbreviations. Scale bar = 2mm. Sections were from 05-19.
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Figure 3.
Adjacent coronal brain sections through occipital cortex stained for Nissl substance (A) or
myelin (B). Scale bar = 2mm. Sections were from 06-60.
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Figure 4.
Architectonic characteristics of the bordering region between area 17 and 18. The horizontal
line across the dorsal view of the brain in panel A indicates the location of the sagittal
sections used in this figure, and the blue line marks the extent of the sections shown in
panels B–E. The higher magnification of these panels than in previous figures allows some
of the laminar features of area 17 and 18 to be seen more distinctly. The scale bar in panel A
= 5mm, panel E = 0.5mm. Squirrel 05-19. The cortical areas depicted on the dorsal view of a
squirrel brain in Panel A and similar views in subsequent figures are based on present and
previous architectonic and physiological results (see Methods).
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Figure 5.
The laminar architecture of area 17 at higher magnification. Note how the PV, VGluT2 and
CB preparations reveal sublayers. Scare bar = 0.5mm. Sections are in the sagittal plane,
from case 05-19.
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Figure 6.
Architectonic characteristics of subdivisions of occipital and temporal cortex in squirrel
06-18. Borders of cortical layers are marked at the 17/18 boundary. The blue portion of the
vertical line across the cortex indicates the location where the coronal brain sections in
panels A–E were obtained. Scale bar in panel E = 2mm, panel F = 5mm.
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Figure 7.
Architectonic characteristics of subdivisions of temporal cortex in squirrel 06-34. Cortical
areas are shown on a lateral view of the left caudal hemisphere in panel A. The blue part of
the horizontal line across the brain indicates the location of the horizontal brain sections
illustrated in panels B–F. Scale bar in panel A = 5mm, panel F = 2mm.
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Figure 8.
Barrel field of the grey squirrel. A. A myelin stained section cut parallel to the surface of an
artificially flattened cerebral hemisphere. Dashed lines show approximate cortical
boundaries comparable to the reconstructed dorsal view of the brain in Fig. 1. The boxed
region in A is shown in B and C at higher magnification in myelin and PV preparations
respectively. D and E are from a separate case and show the barrel field in cytochrome
oxidase (CO) and PV preparations respectively. See table 1 for abbreviations. Scale bar for
flattened section = 2.0mm, for B and C = 1.0mm, for D and E = 2.0mm.
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Figure 9.
The laminar architecture of area Pa(S1) at higher magnification. Scale bar = 0.5mm.
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Figure 10.
Architectonic characteristics of subdivisions of the somatosensory cortex in squirrel 05-19.
The horizontal line across the dorsal view of the brain in panel A indicates the location of
the sagittal sections used in this figure, and the blue line marks the extent of the sections
shown in panels B and C. The extent of each cortical layers 1 to 6 is indicated by the short
horizontal lines on panels B–E. The scale bar on the brain (panel A) = 5mm. The scale bar
for brain sections (panel E) = 0.5mm.
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Figure 11.
Architectonic characteristics of subdivisions of the motor and somatosensory cortex in
squirrel 05-19. The horizontal line across the dorsal view of the brain in panel A indicates
the location of the sagittal sections used in this figure, and the blue line marks the extent of
the sections shown in panels B–E. The extent of each cortical layers 1 to 6 is indicated by
the short horizontal lines on panels B–E. Scale bar on the brain (panel A) = 5mm. Scale bar
for brain sections (panel E) = 0.5mm.
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Figure 12.
Architectonic characteristics of subdivisions of parietal and primary auditory cortices in
squirrel 06-34. Cortical areas are shown on a lateral view of the left hemisphere in panel A.
The blue horizontal line across the brain indicates the location of the brain sections
illustrated in panels B–F. Short horizontal lines on panels B–F indicate the extent of the 6
cortical layers. Scale bar on the brain (panel A) = 5mm. Scale bar for brain sections (panel
F) = 1mm.
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Figure 13.
Architectonic characteristics of subdivisions of the parietal and limbic cortices in squirrel
06-18. Borders of cortical layers are marked at the limbic (L) area. The blue vertical line
across the cortex (panel F) indicates the location where the brain sections in panels A–E
were obtained. Short horizontal lines on panels A–E indicate the extent of the 6 cortical
layers. Scale bar in panel E = 2mm, panel F = 5mm.
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Figure 14.
Architectonic characteristics of subdivisions of frontal and cingulate cortices in squirrel
06-34. Cortical areas are shown on a lateral view of the left rostral hemisphere in panel A.
The blue horizontal line across the brain indicates the location of the brain sections
illustrated in panels B–F. Short horizontal lines on panels B–Fshow the extent of the cortical
layers. Scale bar on the brain (panel A) = 5mm. Scale bar for brain sections (panel F) =
2mm.
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Figure 15.
Architectonic characteristics of subdivisions of frontal and cingulate cortices in squirrel
06-34. Cortical areas are shown on a lateral view of the right rostral hemisphere in panel A.
The blue horizontal line across the brain indicates the location of the brain sections
illustrated in panels B–D. Short horizontal lines on panels B–D show the extent of the
cortical layers. Scale bar on the brain (panel A) = 5mm. Scale bar for brain sections (panel
D) = 2mm.
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Figure 16.
Architectonic characteristics of subdivisions of the frontal cortex in squirrel 06-18. Borders
of cortical layers are marked at the frontal (F) area. The blue vertical line across the cortex
(panel F) indicates the location where the brain sections in panels A–E were obtained. Scale
bar in panel E = 2mm, panel F = 5mm.
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Figure 17.
Architectonic characteristics of subdivisions of frontal and cingulate cortices in squirrel
06-34. Cortical areas are shown on a medial view of the left hemisphere in panel A. The
blue horizontal line across the brain indicates the location of the brain sections illustrated in
panels B–F. Short horizontal lines on panels B–F show the extent of the cortical layers.
Scale bar on the brain (panel A) = 5mm. Scale bar for brain sections (panel F) = 2mm.
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Figure 18.
Architectonic characteristics of subdivisions of retrosplenial cortex in squirrel 06-60.
Cortical areas are shown on a lateral view of the left caudal hemisphere in panel D. The blue
horizontal line across the brain indicates the location of the brain sections illustrated in
panels A–C. Short horizontal lines on panels A–C show the extent of the cortical layers. The
limbic areas show darker staining in the Limbic Associated Membrane protein (LAMP)
compared to other cortical areas, such as area 17 and 18. Scale bar on the brain (panel D) =
5mm. Scale bar for brain sections (panel C) = 2mm.
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Figure 19.
Architectonic characteristics of subdivisions of temporal and insular cortices in squirrel
06-34. Cortical areas are shown on a medial view of the left hemisphere in panel A. The
blue horizontal line across the brain indicates the location of the brain sections illustrated in
panels B–F. Short horizontal lines on panels B–F show the extent of the cortical layers.
Scale bar on the brain (panel A) = 5mm. Scale bar for brain sections (panel F) = 2mm.
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Figure 20.
Architectonic characteristics of subdivisions of rhinal cortex in squirrel 06-34. Cortical areas
are shown on a lateral view of the right hemisphere in panel A. The blue horizontal line
across the brain indicates the location of the brain sections illustrated in panels B–D. Short
horizontal lines on panels B–D show the extent of the cortical layers. Scale bar on the brain
(panel A) = 5mm. Scale bar for brain sections (panel D) = 2mm.
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Table 1

Abbreviations

3a/dy Dysgranular region

A1 Primary auditory cortex

CA1 Cornu Ammonis 1

CA3 Cornu Ammonis 3

CB Calbindin

CO Cytochrome oxidase

DCg Dorsal cingulate area

DG Dentate gyrus

Ent Entorhinal area

F Frontal area

Hippo Hippocampus

IEnt Intermediate entorhinal area

Ins Insular area

L Limbic area

LAMP Limbic associated membrane protein

LEnt Lateral entorhinal area

M1 Primary motor cortex

MEnt Medial entorhinal area

Pa(S1) Parietal anterior area

PaS Parasubiculum

PB Phosphate buffer

Pirf Piriform cortex

Pl Parietal lateral area

Pm Parietal medial area

Pre Presubiculum

PRh Perirhinal area

PS Prostriata

Pv Parietal ventral area

PV Parvalbumin

R Rostral auditory area

RCg Rostral cingulate area

RSA Retrosplenial agranular area

RSG Retrosplenial granular area

S1 Primary somatosensory cortex

S2 Secondary somatosensory cortex

Sub Subiculum

Ta Temporal anterior area

Tai Temporal anterior intermediate area

Tav Temporal anterior ventral area

Ti Temporal intermediate area
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Tm Temporal mediodorsal area

Tp Temporal posterior area

UZ Unresponsive zone

V1 Primary visual area

V2 Secondary visual area

VCg Ventral cingulate area

VGluT2 Vesicle glutamate transporter 2

Zn2+ Zinc ions
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