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Blood-brain barrier biology and methodology
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The blood-brain barrier (BBB) is formed by epithelial-like high resistance tight
junctions within the endothelium of capillaries perfusing the vertebrate brain.
Because of the presence of the BBB, circulating molecules gain access to brain
cells only via one of two processes: (i) lipid-mediated transport of small
molecules through the BBB by free diffusion, or (ii) catalyzed transport. The
latter includes carrier-mediated transport processes for low molecular weight
nutrients and water soluble vitamins or receptor-mediated transport for
circulating peptides (e.g., insulin), plasma proteins (e.g., transferrin), or
viruses. While BBB permeability, per se, is controlled by the biochemical
properties of the plasma membranes of the capillary endothelial cells, overall
brain microvascular biology is a function of the paracrine interactions between
the capillary endothelium and the other two major cells comprising the
microcirculation of brain, i.e., the capillary pericyte, which shares the
basement membrane with the endothelial cell, and the astrocyte foot process,
which invests 99% of the abluminal surface of the capillary basement
membrane in brain. Microvascular functions frequently ascribed to the
capillary endothelium are actually executed by either the capillary pericyte
or the capillary astrocyte foot process. With respect to BBB methodology, there
are a variety of in vivo methods for studying biological transport across this
important membrane. The classical physiologic techniques may now be
correlated with modern biochemical and molecular biological approaches
using freshly isolated animal or human brain capillaries. Isolated brain
capillary endothelial cells can also be grown in tissue culture to form an ‘in vitro
BBB’ model. However, BBB research cannot be performed using only the in
vitro BBB model, but rather it is necessary to correlate observations made with
the in vitro BBB model with in vivo studies.
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Introduction

Blood-brain barrier (BBB) permeability is regulated
by brain capillary endothelial transport properties.
Microvascular biology in the central nervous system
(CNS) is regulated by paracrine interactions be-
tween the capillary endothelium in brain and its
neighboring cells: the pericyte (which shares the
capillary basement membrane with the endothe-
lium), the astrocyte foot process (which invests 99%
of the abluminal surface of the brain capillary), the
smooth muscle cell (which invests the endothelium
of pre-capillary arterioles), and neuronal endings
(which directly innervate either the capillary
endothelium or the astrocyte foot process investing
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the capillary endothelium) (Cohen et al, 1995;
Paspalas and Papadopoulos, 1996).

In this overview of BBB methodology and
biology, two general theses are discussed. First,
with respect to BBB methodology, it is presently not
possible to accurately investigate BBB transport
processes using ‘in vitro BBB models’ without in
vivo correlation. In the in vitro models, brain
capillary endothelial cells are grown in tissue
culture and transport across the endothelial mono-
layer is investigated, with or without astrocyte co-
cultures (Dehouck et al, 1990). The in vitro BBB
model can be a useful adjunct when performed in
conjunction with in vivo investigations of the BBB.
However, when in vitro BBB models are used in
isolation, the limitations of this model reviewed
below become a limiting factor in interpretation of
the data. Second, with regard to BBB biology, the



brain microvasculature is comprised of at least
three cells (endothelia, pericytes, and astrocyte foot
processes), and important brain microvascular
functions are performed by either the pericyte or
the astrocyte foot process. However, these functions
are frequently assigned to the endothelial cell,
because the role played by either the pericyte or
the astrocyte foot process is ignored. While the
endothelial cell regulates BBB permeability, per se,
overall brain microvascular function is regulated by
the paracrine interactions between the endothelial
cell, the pericyte, and the astrocyte foot process, as
well as direct neuronal innervation of the micro-
vasculature.

Blood-brain barrier methodology

Until the late 1960’s, blood-brain barrier function in
vivo was studied with vital dyes such as trypan
blue. These large molecular weight, highly anionic
dyes that are tightly bound by albumin, do not cross
the BBB in vivo with two exceptions. First, there are
a half dozen tiny areas of the brain, called
circumventricular organs (CVOs), such as the
choroid plexus, that are perfused by porous
fenestrated capillaries. Second, in pathophysiologic
conditions, there may be BBB disruption, leading to
focal uptake of vital dyes. Subsequently, animals
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were administered horseradish peroxidase (HRP)
followed by peroxidase histochemistry of brain
tissue sections, and visualization of brain at either
the light microscopic or electron microscopic level
(Figure 1). Around 1970, radioisotopes were intro-
duced and these, in conjunction with physiologic
techniques, or brain imaging methods (Figure 1),
allowed for the quantitative assessment of BBB
permeability in vivo. In the 1970s, techniques for
isolation of brain microvessels were introduced and
this allowed for subsequent isolation of BBB plasma
membranes for biochemical assays and radiorecep-
tor studies (Pardridge, 1998b). However, brain
capillaries, isolated with either a mechanical
homogenization technique or an enzymatic homo-
genization method, are not metabolically viable and
have very low levels of ATP (Lasbennes and Gayet,
1983). The low ATP concentration in brain
capillaries freshly isolated with an enzymatic
homogenization technique is somewhat of an
enigma since it is possible to isolate other cells of
the body with enzymatic homogenization techni-
ques and these cells have normal levels of ATP.
Isolated brain capillaries provide an intact mem-
brane preparation of the BBB and the brain
microvasculature, and allow for experiments that
cannot be done with other methodologies. In the
1980s, brain capillary endothelial cells were plated
in tissue culture and this led to the early in vitro

light microscopy
electron microscopy

}—@unocwochemi@i

TARGET

confocal microscopy

plasma
membranes

immuno-blotting

polarized vesicles

cDNA

TARGET
ANTIBODY

radio-receptor assays
patch clamp

intact
microvessels

BRAIN -
ENDOTHELIAL rain
CELL CULTURE v

ISOLATED
BRAIN

brain
imaging

ISOTOPES

peroxidase
histochemistry

physiologic
techniques

VITAL
DYES

light microscopy

MICROVESSELS

Northern analysis
RT-PCR

in situ hybridization
cDNA libraries
molecular cloning

"in vitro BBB"
astrocyte co-culture

multiple indicator dilution

brain uptake index

intravenous injection

internal carotid artery perfusion
brain efflux index

dialysis fibers

electron microscopy

Figure 1 Linear evolution of blood-brain barrier methodology from vital dyes to molecular biology. From Pardridge (1998a).
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BBB models (De Bault et al, 1979; Bowman et al,
1983). However, it became apparent that brain
capillary endothelial cells grown in tissue culture
lack many of the properties of the BBB in vivo and
this gave rise to endothelial/astrocyte co-cultures.
Initially, it was thought that soluble factors secreted
by cultured astrocytes could be added to endothe-
lial cultures to induce BBB properties, but in the
last 20 years, this approach has not led to any
significant progress in the molecular identification
of the putative factors. This lack of progress has
given rise to the hyopthesis that in order to observe
induction of BBB properties in endothelial cells
grown in culture, it is necessary for there to be
physical contact between astrocytes and endothelial
cells in culture (Meyer et al, 1991). The physical
contact can arise from either the use of mixed
cultures, where endothelial cells and astrocytes are
both plated on the same dish in culture, or in a co-
culture system where endothelial cells and astro-
cytes are plated on opposite sides of a porous filter
and the diameter of the pores are sufficiently large
to allow for protrusion of astrocyte processes
through the pores so that there can be cell-cell
contact between the astrocyte foot process and the
endothelium. These endothelial-astrocyte contacts
in tissue culture culture are only focal contacts and
do not approximate the complete investment of the
endothelial cell by astrocyte foot processes that
takes place in vivo. In the 1990s, the production of
target specific antibodies and target specific cDNAs
has allowed for biochemical and molecular biologi-
cal investigations of blood-brain barrier transport
processes (Figure 1). A particularly valuable ap-
proach is to use specific antibodies or cDNAs to
investigate the expression of proteins or mRNAs in
freshly isolated brain microvessels. As reviewed in
subsequent sections of this chapter, the immunocy-
tochemistry of cytocentrifuged brain capillaries
allows for differentiation between endothelial cells,
pericytes, and astrocyte foot processes in a way that
cannot be readily done with immunohistochemistry
of brain tissue sections. The isolation of poly(A)*
mRNA from freshly isolated brain capillaries allows
for direct molecular biological investigations of the
cells comprising the BBB in vivo. Since the brain
capillary endothelial cell volume is only 1 ul/g
brain, the endothelial volume in brain is only 0.2%
of the total cell volume in brain. Therefore, it is
generally not possible to perform BBB molecular
biological studies from poly(A)* mRNA isolated
from whole brain extracts. Rather, it is necessary
to first isolate brain capillaries and then isolate the
capillary derived poly(A)* mRNA for BBB molecu-
lar biological studies (Boado and Pardridge, 1991).

Despite the array of methodologies available for
performing BBB investigations (Figure 1), there has
been a long tradition within BBB research to study
this important biological membrane with a single
methodology. One lab may exclusively use an

internal carotid artery perfusion method, whereas
another lab may exclusively use an intravenous
injection technique, or another lab may exclusively
use quantitative autoradiography (QAR). The latest
variation in this trend is to study BBB transport
processes exclusively with the in vitro BBB cell
culture model. Brain capillary endothelial cells can
be grown as a monolayer in tissue culture (Figure
2B) and these cells are grown on filters with
specified porosity and then placed in side-by-side
transport chambers for studies of transport across
the monolayer (Figure 2A), in a way that was
originally performed with drug studies of skin
transport (Audus et al, 1990). A given radiolabeled
drug may be placed on one side of the transport
chamber and movement across the endothelial
monolayer may be investigated by sampling the
‘acceptor chamber.” From these clearance studies
performed with filter plus endothelial monolayer as
well as filter alone, the endothelial monolayer
permeability-surface area (PS) product may be
computed (Pardridge et al, 1990). The PS product
for a series of drugs, as well as D-glucose or L-DOPA,
with normalization for molecular weight (M,), are
plotted versus the 1-octanol lipid partition coeffi-
cient (PC) as shown in Figure 2B. This linear
correlation between PS products across the en-
dothelial monolayer and the lipid solubility could
be taken as evidence for the reliability of the in vitro
BBB model for assessing drug transport. However,
quantitative analysis of this data reveals the
following two caveats. First, the slope of the plot
of the in vitro PS product and the lipid PC is
approximately 150-fold smaller than the slope
generated by measuring the BBB PS product with
an in vivo technique, the internal carotid artery
perfusion technique (Pardridge et al, 1990). That is,
the in vitro BBB is >150-fold leakier than the in
vivo BBB. Accordingly, the transport of drugs across
the BBB that occurs via lipid mediated transport is
over-estimated by more than a 100-fold by the in
vitro BBB model (Figure 2B). Similarly, the elec-
trical resistance across the endothelial monolayer
grown in the absence of astrocytes is approximately
80 Q.cm?. This is approximately 100-fold less than
the electrical resistance across the BBB in vivo
which is estimated to be 8000 Q.cm? (Smith and
Rapoport, 1986). Although the electrical resistance
across pial vessels on the surface of the brain is of
the order of 1000—-2000 Q.cm?, these vessels do not
have a complete BBB, as the vessels are invested
only by a glial limitans. The electrical resistance
across pial vessels is more than fourfold lower than
the electrical resistance across parenchymal vessels
with an intact BBB. The electrical resistance across
an endothelial monolayer in tissue culture is as high
as 400—1000 Q.cm? using special substrata such as
type 4 collagen and fibronectin (Tilling et al, 1998),
but these values are still a log order lower than the
electrical resistance across the BBB in vivo.
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Figure 2

(A) Bovine brain capillary endothelium in tissue culture (BCEC) is shown in the top panel. The endothelial cells are grown

on filters which are then placed in side-by-side transport chambers (bottom panel) to establish an ‘in vitro BBB model.” (B) The
permeability-surface area (PS) product for glucose, L-DOPA, and radiolabeled drugs is plotted versus the 1-octanol lipid partition
coefficient (PC). The PS products were measured with the in vitro BBB model system and normalized for molecular weight (M,). The
correlation line was drawn by eye, whereas the slope and intercept were determined by linear regression analysis. A Northern blot
showing profound down-regulation of the GLUT1 glucose transporter mRNA in the BCEC is shown in lane 1. The GLUT1 glucose
transporter Northern blot signal for freshly isolated bovine brain capillaries or total bovine brain is shown in lanes 2 and 3. From

Pardridge et al (1990) and Boado and Pardridge (1990).

The second observation noted in the plot of the in
vitro PS product versus the lipid PC is that the
values for D-glucose and L-DOPA, two molecules
that undergo carrier-mediated transport through the
BBB in vivo via the hexose carrier and the large
neutral amino acid carrier, respectively, fall on the
lipid solubility trend line (Figure 2B). Conversely,
when the PS product for these two molecules is
measured with an in vivo technique, the internal
carotid perfusion method, the PS product for these
two molecules is 4—5 log orders above the lipid
solubility trend line (Pardridge et al, 1990). In other
words, there is a profound down-regulation of the
activity of the glucose or neutral amino acid carrier
in the in vitro BBB model. This down-regulation can
also be seen with molecular biological techniques
wherein the mRNA for the GLUT1 glucose trans-
porter in capillary endothelial cells in tissue culture
and in freshly isolated bovine brain capillaries is
measured in parallel (Boado and Pardridge, 1990).
The Northern blot in Figure 2B shows the signal
representing the GLUT1 glucose transporter mRNA
in isolated brain capillaries is more than 100-fold
greater than the transcript in endothelial cells

grown in tissue culture (lane 1, Figure 2B) or in
total brain (lane 3, Figure 2B). The greater density of
the GLUT1 glucose transporter in isolated brain
capillaries as compared to total brain reflects the
fact that this transcript is expressed in normal brain
principally at the endothelium in brain and not in
neurons or astrocytes in vivo. The down-regulation
of carrier-mediated transport (CMT) systems in the
in vitro BBB model means that drug candidates that
cross the BBB via CMT (e.g. L-DOPA) will be missed
by drug screens using in vitro BBB models. In
addition to carrier mediated transport systems,
there is also a marked down-regulation of enzymes
in the in vitro BBB model, that normally comprise
the ‘enzymatic BBB’ in vivo (van Bree et al, 1988;
Thompson and Audus, 1994).

In an attempt to make the in vitro BBB model
more accurately reflect the BBB in vivo, there have
been several innovations in the in vitro BBB model.
One innovation is to use a homologous co-culture
system (Hurwitz et al, 1993), whereby human fetal
brain primary astrocytes are grown with human
umbilical vein endothelial cells in primary culture
in a co-culture format using a three micron pore. It
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was found that the GLUT1 glucose transporter in the
endothelial cell could be induced by astrocytes if
the filter contained a three micron pore that allowed
for the astrocyte foot processes to pass through and
come in contact with the endothelial cells. When
the co-cultures were grown on filters with 0.45
micron pores, there was no induction of the GLUT1
glucose transporter because this pore diameter was
too small to allow for passage of the astrocyte foot
process (Hurwitz et al, 1993). More recently, hollow
fiber tubes with diameters>50 microns, and pore
sizes of 0.5 microns have been used to establish
endothelial astrocyte co-cultures (Stanness et al,
1997). Given the small size of the pore diameter (0.5
microns), there may be minimal cell-cell contact
between the astrocytes grown on the exterior side of
the cylinder with the endothelial cells grown on the
interior side. This model has unusual properties
that are not found at the BBB in vivo. For example,
the endothelial permeability coefficient (Pe) for L-
aspartic acid, an acidic amino acid that normally
does not cross the BBB in vivo, is higher than the
BBB Pe value for the theophylline, a lipid soluble
small molecule that is freely transported across the
BBB in vivo (Stanness et al, 1997). In this model, the
permeability coefficient for sucrose is quite low,
approximately 20 x 10~® cm/s after a 10 min perfu-
sion, but increases 25-fold to 500 x 10~® cm/s after a
60 min perfusion. This increase in Pe in the in vitro
model suggests the in vitro BBB becomes leaky with
a 60 min perfusion.

In summary, after 20 years, there are still major
limitations in establishing an in vitro BBB model.
This model is a useful adjunct in investigating BBB
transport processes when used in conjunction with
one of the many in vivo methodologies available
(Figure 1). However, when the in vitro model is used
alone, it is difficult to extrapolate the data obtained
with this model to the BBB permeability properties
in vivo. In many cases, data obtained with in vitro
BBB culture models replicate more the properties of
fibroblasts in culture rather than the BBB in vivo.

Blood-brain barrier biology

Three cell model of the brain microvasculature
The three cell model of the brain microvasculature
is depicted in Figure 3, wherein the central
endothelial cell, which regulates BBB permeability,
shares intimate relationships with two other cells,
the pericyte and the astrocyte foot process. The
pericyte is a phagocytic cell that shares a common
basement membrane with the capillary endothelial
cell (Cancilla et al, 1972). In isolated brain capillary
preparations, there is approximately one pericyte
for every three endothelial cells. An enzyme, y-
glutamyl transpeptidase, that is frequently used as a
‘brain endothelial marker,” is also localized to
pericytes in the brain microvasculature (Risau et
al, 1992).

astrocyte foot process

endothelium

BRAIN INTERSTITIUM

Figure 3 The three cell model of the brain microvasculature
emphasizes the paracrine interactions between the brain
capillary endothelium, the pericyte, and the astrocyte foot
process. From Pardridge (1999).

The astrocyte foot process invests 99% of the
brain surface of the capillary basement mem-
brane. The intimate relationship between the
astrocyte foot process and the endothelial cell in
brain was illuminated by recent confocal micro-
scopy studies performed by Kacem et al (1998).
Antibodies to either an endothelial marker, the
GLUT1 glucose transporter, or to an astrocyte foot
process marker, glial fibrillary acidic protein
(GFAP), were used in immunofluorescent con-
focal microscopy of brain sections with three-
dimensional reconstruction of serial confocal
sections. The endothelial GLUT1 glucose trans-
porter is seen in yellow in panel 1 of Figure 4
and the astrocyte foot process marker, GFAP, is
seen as red in panel 1 of Figure 4. There is a
clear demarcation between the cellular localiza-
tion of GLUT1 glucose transporter immunoreac-
tivity and astrocyte GFAP immunoreactivity,
indicating the GLUT1 glucose transporter is
expressed exclusively within the endothelial cell
and the GFAP is produced exclusively within the
astrocyte foot process. The extensive investment
of a microvessel by astrocyte foot processes is
shown in panel 2 of Figure 4 and the outline of a
microvessel can be clearly delineated using an
antibody to an astrocyte foot process marker such
as GFAP. Indeed, when performing immunocyto-
chemistry of brain tissue sections with GFAP
antibodies, those antibodies can frequently give
an immunocytochemical picture comparable to
that obtained with an antibody to an endothelial
antigen (Stewart, 1994). The analysis by Kacem et
al (1998) shows astrocyte foot processes forming
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Figure 4 Immunofluorescent confocal microscopy shows the three-dimensional relationship between brain capillary endothelium
and astrocyte foot processes. In panel 1, the endothelial GLUT1 glucose transporter is shown in yellow, and the astrocyte foot process
marker, glial fibrillary acidic protein (GFAP) is shown in red. The monoclonal antibody to GFAP allows for illumination of the
microvascular astrocyte foot processes as shown in panels 2 and 4. Astrocyte foot processes form rosette-like structures at the
albuminal surface of the endothelium as schematized in panel 3 and shown in high magnification in panel 5. Panels 1-5 are from

Kacem et al (1998) and panel 6 is from Blumcke et al (1995).

rosette-like structures at the albuminal surface of
the endothelium (panel 3, Figure 4). Astrocytes
were found to send processes to only single
endothelial cells, although one endothelial cell
may receive inputs from multiple astrocytes
(Kacem et al, 1998). The rosette-like structure
formed by astrocyte foot processes surrounding
the capillary endothelium is seen at low magni-
fication in panel 4 of Figure 4 and at high
magnification in panel 5 of Figure 4. A complete
astrocyte/endothelial interaction is shown in
panel 6 of Figure 4, wherein a single astrocyte
foot process is seen to invest a single endothelial
cell.

The distance between an astrocyte foot process
and a capillary endothelium is only 200 Angstroms
in vivo or 20 nanometers (Paulson and Newman,
1987). This space is filled by the thickness of the
capillary basement membrane. Astrocytes signal
neurons in tissue culture (Nedergaard, 1994), and
signal endothelial cells in culture and most likely
send signals to these cells in vivo. It has yet to be
shown that brain endothelial cells send signals to
astrocytes or even neurons in vivo. With respect to
the myocardium, it is known that myocardial
autoregulation is modulated by cyclic AMP regula-
tion of myocardial contractility via endothelial-
derived fctors (McClellan et al, 1993). Myocardial
contractile function is in part regulated by the
myocardial endothelial cell. The extent to which
neuronal transmission and brain function is regu-
lated by signals emanating from capillary endothe-
lial cells in brain is at present unknown.

P-glycoprotein in astrocyte foot processes

P-glycoprotein is an active efflux system that is
responsible for pumping drugs out of cells. Im-
munoreactive p-glycoprotein was found in the
microvasculature in tissue sections of brain (Cor-
don-Cardo et al, 1989) and in isolated brain
capillaries (Jette et al, 1993). On the basis of these
studies, it was assumed that immunoreactive p-
glycoprotein at the brain microvasculature was
endothelial in origin and regulated drug transport
across the BBB in vivo. While this mechanism may
operate in rodents, recent studies with isolated
human brain microvessels indicate human brain
microvascular p-glycoprotein immunoreactivity is
essentially entirely confined to the astrocyte foot
process with minimal, if any, expression in the
capillary endothelium (Figure 5). In these studies,
an antibody was used to the GLUT1 glucose
transporter endothelial marker, an antibody was
used to the GFAP astrocyte foot process marker, and
the MRK16 murine monoclonal antibody to human
p-glycoprotein was used to identify this drug
transport system (Pardridge et al, 1997). Confocal
microscopy of cytocentrifuged isolated human
brain capillaries was performed to allow for co-
localization of either the GLUT1 glucose transporter
and GFAP or p-glycoprotein and GFAP. Confocal
immunofluorescence microscope images of dual
labeled unfixed human brain capillaries is shown
in Figure 5 (Golden and Pardridge, 1999). The
discontinuous staining pattern of MRK16 is demon-
strated by the single channel scan for texas red (A),
while a single channel scan for fluorescein (B)
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Figure 5 Confocal fluorescent microscopic images of dual
labeled isolated human brain capillaries cytocentrifuged to a
glass slide and stained with antisera to the GLUT1 glucose
transporter (an endothelial marker), to GFAP (an astrocyte foot
process marker), or p-glycoprotein. (A) P-glycoprotein immunor-
eactivity, (B) GFAP immunoreactivity, (C) Co-localization of p-
glycoprotein and GFAP, (D) P-glycoprotein immunoreactivity,
(E) GLUT1 glucose transporter immunoreactivity, (F) Co-
localization of p-glycoprotein and GLUT1 glucose transporter,
(G) GFAP immunoreactivity, (H) GLUT1 glucose transporter
immunoreactivity, (I) GFAP and GLUT1 glucose transporter
immunoreactivity overlap. Images (A—-C): 20 micronx 20
micron; images (D-I): 40 micron x40 micron. From Golden
and Pardridge (1999).

demonstrates the identical discontinuous staining
pattern of anti-GFAP labeling of astrocyte foot
processes. Dual channel scanning of the field (C)
demonstrates complete co-localization of MRK16,
indicated by the yellow signal, where the red and
green signals overlap. In contrast, discontinuous
labeling of immunoreactive p-glycoprotein by
MRK16 (D) is not co-localized with the continuous
labeling provided by an anti-GLUT1 glucose trans-
porter antiserum (E). The dual channel scan (F)
demonstrates preservation of the texas red signal for
MRK16 in a discontinuous pattern. Similar results
were obtained with capillaries dual-labeled with
antibodies against GFAP (G) and GLUT1 glucose
transporter (H). The similarity of the overlapping
image provided by dual-channel screening for
GFAP and GLUT1 localization (I) to that observed
for p-glycoprotein and GLUT1 glucose transporter
(F) indicates that the discontinuous localization
patterns for GFAP and p-glycoprotein on the
astrocyte foot processes differ from that of the

continuous staining of the endothelial glucose
transporter. Results of this study indicate that the
immunoreactive p-glycoprotein is localized to the
astrocyte foot processes of the albuminal surface of
the human brain microvasculature. The localization
of p-glycoprotein drug efflux at the astrocyte plasma
membrane may alter the distribution of drugs
behind the BBB without directly affecting brain
endothelial permeability to drugs. P-glycoprotein is
an example of a brain microvascular antigen that is
localized to the astrocyte foot process rather than
the endothelium.

Does the capillary pericyte in brain have a
contractile function?

Capillary pericytes in brain are said to have a
contractile function and to be the smooth muscle
analog of the capillary. Contractile cells such as
smooth muscle cells express the o-actin isoform.
The «-actin gene is expressed in brain capillary
pericytes grown in tissue culture (Herman and
D’Amore, 1985). However, immunoreactive o-actin
is not expressed in pericytes in vivo in microvessels
of bovine retina (Nehls and Drenckhahn, 1991).
Similarly, the pericytes in vivo of brain capillaries
do not express immunoreactive a-actin, as demon-
strated by the immunocytochemical studies using
cytocentrifuged isolated bovine brain capillaries
and a monoclonal antibody to «-actin (Figure 6). As
shown in (A), smooth muscle cells of pre-capillary
arterioles in isolated bovine brain microvessels are
highly immunoreactive for o-actin. Higher magnifi-
cation (B and C) shows immunoreactive «-actin
(Boado and Pardridge, 1994) is localized only to
smooth muscle cells of pre-capillary arterioles and
is not found at the capillary level in either
endothelial cells or pericytes. The pericyte nuclei
are distinguishable from endothelial nuclei, which
have a more ovoid shape, and the pericyte nuclei
are indicated in B and C by arrows. The absence of
immunoreactive a-actin in pericytes of either brain
or retina microvessels in vivo suggests brain
capillary pericytes do not have a contractile
function in vivo under normal conditions. In
pathophysiologic state such as high flow/shear
states (Liwnicz et al, 1990), it is possible that -
actin is expressed in capillary pericytes, but this has
yet to be demonstrated in vivo. The absence of -
actin expression in capillary pericytes in vivo, and
the abundant expression of o-actin in capillary
pericytes grown in tissue culture, again emphasizes
the need for in vitro/in vivo correlations when
examining brain microvascular cells in tissue
culture alone.

Antigen presentation at the brain microvasculature
in vivo: role of the capillary pericyte

The CNS is said to be an immune priviliged site,
because of the minimal antigen presentation that is
assumed to occur in brain (Pollack and Lund, 1990).



Figure 6 Light microscopic immunocytochemistry of cytocen-
trifuged bovine brain capillariers immunostained with either a
mouse monoclonal antibody to the o-actin isoform (A, B and C)
or a mouse IgG., isotype control (D). There is specific staining of
the ¢-actin isoform in the smooth muscle cells of pre-capillary
arterioles, but there is no immunoreactive o-actin detected in
capillary pericytes as indicated by the arrows in (B and C).
Magnification bar equals 93 micron (A), 23 microns (B and D),
and 9 microns (C). From Boado and Pardridge (1994).

Class I histocompatibility antigens, such as the DR-
antigen, are very low in brain (Wong et al, 1984).
However, if DR-antigen immunoreactivity is loca-
lized primarily to the microvasculature in brain and
not to brain cells, then overall brain DR-immunor-
eactivity will be low, owing to the small volume of
brain represented by microvascular cells. The
presence of the DR-antigen in human brain micro-
vessels was examined with cytocentrifuged human
brain capillaries using a monoclonal antibody to the
human DR-antigen (Pardridge et al, 1989). As
shown in A of Figure 8, there is abundant DR-
antigen immunoreactivity in the pre-capillary
arteriolar smooth muscle cells of microvessels
isolated from brains of subjects dying without
neurologic disease. Conversely, when microvessels
were isolated from Multiple Sclerosis (MS) plaque
tissue, there was abundant DR-antigen immunor-
eactivity at the capillary level, but this was not
found in endothelial cells, but was found in
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capillary pericytes, as shown at low magnification
in B and at high magnification in panel C (Figure 7).
The expression of the DR-antigen in capillary
pericytes, and not in capillary endothelial cells,
means that antigen presentation in brain occurs
beyond the BBB as shown in D of Figure 7.
Activated lymphocytes may undergo diapedesis
through the capillary endothelial barrier (Vass et
al, 1986), and present antigen to either capillary
pericytes or arteriolar smooth muscle cells. The
expression of the DR-antigen in capillary pericytes
may be under the regulation of cytokines as the
incubation of isolated rat brain capillaries with
interferon y for 18 h results in an increase in
pericyte DR-antigen immunoreactivity (Dore-Duffy
et al, 1994).

Multiple sclerosis and the blood-brain barrier

The earliest lesion of MS is around brain blood
vessels and this observation was noted in the early
1900’s (Broman, 1964; Daniel et al, 1981). Similarly,
the earliest lesion is microvascular in experimental
allergic encephalomyelitis (EAE) and in post-
vaccinal disease or post-infectious encephalomye-
litis. The search for autoantibodies to the endothe-
lial cells in MS has been generally negative
although these searches have employed human
umbilical endothelial cells, instead of capillaries
isolated from MS plaque tissue (Tsukada et al,
1985). When guinea pigs are immunized with rat
brain capillary membranes, EAE develops and the
earliest lesion is macrophages infiltrating post
capillary venules and demyelination, even though
the animals were not initially immunized with
myelin antigens (Tsukada et al, 1987). Considering
the earliest legion of MS is microvascular and
considering the ease with which microvessels may
be isolated from MS human autopsy brain plaque
tissue (Pardridge et al, 1987; Washington et al,
1994), it is somewhat surprising that there are so
few studies on the immunology and biochemistry of
capillaries isolated from MS plaque tissue.

Endothelial receptor-mediated transcytosis systems
Carrier mediated transport (CMT) systems exist for
a small molecule nutrients such as glucose, amino
acids, monocarboxylic acids, purine bases, choline,
thyroid hormones, and several water soluble
vitamins. CMT processes use stereospecific trans-
porters localized within the endothelial luminal
and albuminal membranes that operate within
milliseconds. In addition, certain circulating pep-
tides such as insulin, transferrin, leptin, and
insulin-like growth factors (IGF) undergo transport
through the capillary endothelium via receptor
mediated transcytosis (RMT) processes which occur
within minutes. RMT is comprised of three steps:
receptor mediated endocytosis of the circulating
peptide at the luminal side of the capillary
endothelium, movement through the 200 nm of
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Figure 7 Light microscopic immunocytochemistry of cytocentrifuged human brain capillaries stained with a mouse monoclonal
antibody to the human DR-antigen. Microvessels were isolated from either control human brain (A) or multiple sclerosis plaque (B and
C). Magnification: 25 x (A), 100 x (B), 250 x (C). (D) Model for antigen presentation in brain. From Pardridge et al (1989).

endothelial cytoplasm, and exocytosis of the pep-
tide into the brain interstitial space (Pardridge,
1991). Circulating transferring undergoes RMT
through the BBB via the capillary endothelial
transferrin receptor. The ultrastructural basis of
the transferrin RMT process was investigated with a
5 nm gold conjugate of the OX26 murine mono-
clonal antibody to the rat transferrin receptor
(Bickel et al, 1994). The gold-OX26 conjugate was
infused into the internal carotid artery of anesthe-
tized rats for 10 min followed by saline perfusion of
the brain microvasculature to clear residual con-
jugate from the luminal compartment, followed by
in situ perfusion fixation with 2% glutaraldehyde,
embedding, and visualization at the light micro-
scopic level with immunogold silver staining (A,
Figure 8). At the electron microscopic level, the
gold-OX26 conjugate was visible within the en-
dothelial cell in 100 nanometer endosomal struc-
tures as shown at low magnification in B and high
magnification in D of Figure 8. The exocytosis of the
conjugate into the brain interstitial fluid is shown at
high magnification in C of Figure 8 and the overall
scheme for RMT of transferrin (Tf) via the BBB
transferrin receptor (TfR) is depicted in D of Figure

8. The RMT of transferrin through the BBB is a
model of not only new pathways for drug delivery to
the brain, but also a model for how viruses may
enter the brain from the circulation.

Drug delivery to the brain via blood-brain barrier
receptor-mediated transport systems

Similar to the transferrin receptor, there is an
insulin receptor at the BBB and this mediates the
RMT of insulin through the endothelial barrier in
vivo. ['*I]insulin was infused into the carotid artery
of 1-month old rabbits for 10 min and the animals
were then sacrificed by decapitation and the brain
was rapidly frozen for thaw-mount autoradiography
(Duffy and Pardridge, 1987). A dark field micro-
graph of the brain microvasculature is shown in A of
Figure 9 and indicates that insulin is trapped in the
capillary lumen. However, radioactive insulin is
also found well within the brain parenchyma
following a 10 min carotid artery perfusion. Reverse
phase HPLC of acid ethanol extracts of brain
showed that the radioactivity within brain parench-
yma was unmetabolized insulin rather than an
insulin degradation product. The transport of
insulin into brain parenchyma was saturable (Duffy
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Figure 8 (A) Silver-enhanced vibratome section of rat brain perfused with OX26/gold conjugate in vivo. The coronal section is at the
level of the frontal cortex. The magnification bar=10 ym. (B) Electron micrograph of a brain capillary endothelial cell after perfusion of
rat brain in vivo with the OX26/gold conjugate. The study shows dispersed 0X26/gold attached to the luminal plasma membrane and
clustered in endosome-like vesicles. Magnification bar=100nm. (C) High magnification showing clustering of 0OX26/gold conjugate
within endosomal structures as well as exocytosis of the conjugate into brain interstitial fluid, via transport across the abluminal
membrane. (D) A scheme for receptor-mediated transcytosis (RMT) of transferrin (Tf) through the brain capillary endothelium via the

transferrin receptor (TfR). From Bickel et al (1994).

and Pardridge, 1987). Moreover, the binding of
[**I]insulin to human brain capillaries was also
saturable and the molecular weight of the insulin
binding site was identified by electrophoretic
techniques and shown to be identical to the
molecular weight of the insulin receptor (Pardridge
et al, 1985). This provides evidence that the
transport of insulin through the BBB in vivo is a
receptor-mediated process.

A monoclonal antibody (MAb) to the human
insulin receptor (HIR) was used to visualize the BBB
insulin receptor in Old World primate brain
immunocytochemically as shown in B of Figure 9
(Pardridge et al, 1995). The HIRMAb may be used as
a BBB drug delivery vector by targeting the BBB
insulin receptor (IR), as depicted in C of Figure 9.
Drugs may be conjugated to brain drug delivery
vectors such as the HIRMADb using avidin-biotin
technology. In this approach, a conjugate of the
HIRMADb and streptavidin is prepared in parallel
with monobiotinylation of the drug that is normally
not transported through the BBB (Pardridge, 1991).
The 40 amino acid peptide, Ap'~*°, is a potential

amyloid imaging agent should this molecule be
made transportable through the BBB (Saito et al,
1995). Therefore, biotinylated Af'-*° was radiola-
beled and attached to a conjugate of HIRMAb and
streptavidin and administered intravenously to
anesthetized Rhesus monkeys (Wu et al, 1997). As
shown by the QAR scan in D of Figure 9, there is
robust uptake of the Af*~*° following conjugation to
the HIRMAD BBB drug delivery system. In contrast,
no visible brain uptake was observed when the
peptide radiopharmaceutical was administered
without attachment to the BBB drug delivery
system. Vector-mediated brain drug delivery has
been demonstrated in several other systems using
this BBB delivery system. An epidermal growth
factor (EGF) peptide radiopharmaceutical has been
delivered across the BBB for purposes of imaging
brain tumors (Kurihara et al, 1999). A vasoactive
intestinal peptide (VIP) pharmaceutical has been
delivered to brain for purposes of enhancing
cerebral blood flow (Wu and Pardridge, 1996). A
brain derived neurotrophic factor (BDNF) pharma-
ceutical has been delivered across the BBB with this
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(A) Thaw-mount autoradiogram with a darkfield illumination of 1 month old rabbit brain obtained after a 10 min carotid

artery perfusion of [*?°I]-insulin. Silver grains trapped within the vessels are shown, and silver grains are also distributed throughout
the brain parenchyma, indicative of transport of ['**I]-insulin through the BBB and into brain in vivo. From Duffy and Pardridge
(1987). (B) Light microscopic immunocytochemistry of frozen sections of Rhesus monkey brain immunostained with the 83-14
monoclonal antibody to the human insulin receptor (HIR). A continuous immunostaining is indicative of endothelial origin of the BBB
insulin receptor. From Pardridge et al (1995). (C) A scheme for drug delivery of a peptide radiopharmaceutical, A’ ~*°, which is
monobiotinylated and attached to a conjugate of the HIR monoclonal antibody (MAb) and streptavidin (SA). The complex undergoes a
receptor-mediated transcytosis through the BBB via the insulin receptor (IR). The HIRMAD binds to an exofacial epitope on the IR that
is removed from the binding site for insulin (Ins). (D) Phosphorimager scan of the occipital hemisphere of brain of a Rhesus monkey
obtained 3h after the intravenous injection of ['*°T]-Af"~*° that was monobiotinylated and attached to the HIRMAb/SA BBB drug
delivery system. There is robust brain uptake of the peptide radiopharmaceutical attached to the drug delivery system and the areas of

gray matter are clearly delineated from the white matter tracks. From Wu et al (1997).

system for neuroprotection of hippocampal CA1
neurons following transient forebrain ischemia (Wu
and Pardridge, 1999)

Subsequent to transport through the BBB, the
conjugate may undergo receptor-mediated endocy-
tosis into brain cells expressing the TfR or HIR,
which are ubiquitously expressed throughout the
brain (Mash et al, 1990). Following endocytosis into
brain cells, the conjugate is transferred to the
lysosomal compartment and is degraded. If a radio-
nuclide is attached, this is subsequently exported
from brain to blood with a t,,, in primates, in the
case of [**°I], of 16 h (Wu et al, 1997).

Virus delivery through the blood-brain barrier

Measles and encephalomyelitis, like MS or EAE,
have an early peri-venular infiltration of mono-
nuclear cells with peri-venular demyelination
(Gendelman et al, 1984). Canine distemper virus

(CDV) infects brain via transport across the BBB in
an analogous fashion with the measles virus
(Axthelm and Krakowa, 1987). The measles virus
infection of the CNS may be widespread as 30—-50%
of children infected with measles have CNS
infection (Axthelm and Krakowa, 1987). In this
event, capillaries contain virus before there is
infiltration of brain by circulating white blood cells.
Circulating viruses likely gain access to brain
capillary endothelial cells via receptor mediated
endocytosis of the virus from the plasma compart-
ment. Virus coat proteins may act as ligands that
trigger a receptor mediated endocytosis-like process
at the luminal membrane of the capillary endothe-
lium. For example, the basic amino acid transporter
was originally identified as a murine retrovirus
receptor (Kim et al, 1991). Once inside the capillary
endothelial cell, the virus may enhance the progres-
sion of disease by causing BBB disruption which



then facilitates the entry into brain of circulating
plasma proteins, which are toxic to astrocytes
(Nadal et al, 1995), and circulating immune cells
(Soilu-Hanninen et al, 1994).

Cytokine-mediated blood-brain barrier disruption
Intra-cerebral injection of interleukin-1f causes
BBB disruption with loss of occludin and Z0-1
immunoreactivity at endothelial tight junctions.
This is associated with increased adherence of
polymorphornuclear leukocytes to the endothelial
cell and increased phosphotyrosine immunoreac-
tivty in endothelial cells (Bolton et al, 1998). The
precise molecular mechanisms by which cytokines
cause BBB disruption is not known. In cultured
endothelial cells there is a release of nitric oxide
(NO) following administration of cytokines such as
interferon 7y or tumor necrosis factor (TNF)-«
(Durieu-Trautman et al, 1993). The release of NO
may lead to an increased perioxynitrite which then
leads to nitration of protein tyrosine residues
(Hooper et al, 1997). This provides the basis for
new forms of MS treatment that use perioxynitrite
scavengers such as uric acid, as well as inhibitors of
nitric oxide synthase. NO synthase inhibitors block
histamine-mediated BBB disruption of pial vessels
in vivo (Mayhan, 1996). Chemokines may also play
arole in BBB disruption. The intra-striatal injection
of the CXC chemokine causes BBB disruption and
the effect is greater in 21 day old mice as opposed to
90 day mice (Anthony et al, 1998). Whether
chemokines play a role in virus induced BBB
disruption is at present not known. One experi-
mental model for this is the Semliki forest virus
(SFV) which enhances the demyelination of EAE by
infecting the brain capillary endothelium and
causing BBB disruption (Soilu-Hanninen et al,
1994).

Conclusions

Overall CNS microvascular biology is regulated by
paracrine interactions between the capillary en-
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