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ABSTRACT
Leptin is a circulating hormone that controls food intake and energy homeostasis. Little is known about leptin entry into the central
nervous system (CNS). The blood-cerebrospinal fluid (CSF) barrier at
the choroid plexus and the blood-brain barrier (BBB) at the cerebral
endothelium are two major controlling sites for entry of circulating
proteins into the brain. In the present study, we characterized leptin
transport across the blood-CSF barrier and the BBB by using a brain
perfusion model in lean rats. Rapid, high-affinity transport systems
mediated leptin uptake by the hypothalamus (KM ⫽ 0.2 ng/ml) and
across the blood-CSF barrier (KM ⫽ 1.1 ng/ml). High affinity in vivo

L

binding of leptin was also detected in the choroid plexus (KD ⫽ 2.6
ng/ml). In contrast, low affinity carriers for leptin (KM ⫽ 88 to 345
ng/ml) were found at the BBB in the CNS regions outside the hypothalamus (e.g. cerebral cortex, caudate nucleus, hippocampus). Our
findings suggest a key role of high affinity leptin transporters in the
hypothalamus and choroid plexus in regulating leptin entry into the
CNS and CSF under physiological conditions. Low affinity transporters at the BBB outside the hypothalamus could potentially contribute
to overall neuropharmacological effects of exogenous leptin. (Endocrinology 141: 1434 –1441, 2000)

EPTIN, A PRODUCT of ob (obese) gene (1), is a circulating hormone that controls food intake and energy
homeostasis (2). Peripheral or central administration of recombinant leptin is effective in reducing food intake, body
weight and blood glucose in leptin deficient (ob/ob) mice (3,
4), in normal lean mice (5) and in obese mice (5, 6), but not
in diabetic (db/db) mice with a mutation in the leptin receptor
gene (7–10). Leptin homeostasis is disrupted in obesity (11),
anorexia nervosa (12), Cushing’s syndrome (13), and during
aging (14). Obese humans show a decreased sensitivity to
circulating leptin possibly due to defect in leptin transport
into the brain (15).
Recent studies indicate that leptin may have widespread
actions in the central nervous system (CNS) (16, 17). The
primary site of its action is thought to involve hypothalamic
nuclei associated with the control of feeding and energy
expenditure (18, 19). The receptors for leptin were also found
in thalamic and amygdaloid nuclei and cortical neurons (19,
20). Little is known about leptin entry into the CNS. The
blood-cerebrospinal fluid (CSF) barrier at the choroid plexus
and the blood-brain barrier (BBB) at the cerebral endothelium are two major controlling sites for the entry of proteins
into the brain (21–24). Relative contributions of these two
CNS transport pathways in maintaining leptin CNS ho-

meostasis, and its access to the hypothalamic and/or other
CNS targets are not known. Low uptake of leptin across the
murine BBB (25) and restricted transport into the CSF in
humans (26) have been reported.
It has been speculated that leptin receptors in the choroid
plexus (27–30) and at the BBB (31–33) may serve to transport
leptin in the CNS. Recent work in transfected cells, however,
indicated that all known leptin receptor isoforms are linked
to intracellular signaling, but none to the transcytosis across
the blood-CSF barrier and/or across the BBB (34 –36). Thus,
the physiological significance of potential CNS/CSF transport pathways and the mechanisms involved in leptin transport at different CNS homeostatic sites remain unclear. The
present study used an in situ brain perfusion model (21) to
determine simultaneously the rates of leptin transport across
the blood-CSF barrier, into the hypothalamus and at the BBB,
and to define the kinetic properties of putative leptin transporters and/or receptors at the luminal side of the BBB and
the basolateral side of the choroid plexus epithelium. This
technique has been used extensively in CNS/CSF transport
studies of several peptides and proteins (21, 22, 37).
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Fifty-two adult male Wistar rats (250 –300 g Charles River Laboratories, Inc., Ballardville, MA) were used for the experiments. The animals
were housed in a vivarium on a 12-h dark, 12-h light cycle, at 21 ⫾ 2 C
and 70 ⫾ 5% relative humidity. All experimental procedures were approved by the Institutional Animal Care and Use Committee for the
University of Southern California, following the USDA Guidelines, PHS

Materials and Methods
Animals
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policy/NIH Guidelines, Animal Welfare Act and Guide for the Use and
Care of Laboratory Animals.

In situ brain perfusion technique
An established in situ brain/choroid plexus perfusion technique was
used for the measurement of leptin uptake in lean, normal rats (21). This
method allows direct measurements of leptin CNS/CSF uptake under
conditions where arterial inflow was controlled and the concentration
of leptin in the perfusate clamped. Briefly, the rats were anesthetized
(Nembutal, 50 mg/kg ip) and the right common carotid artery isolated
and connected to an extracorporeal perfusion circuit. The perfusion
medium consisted of 20% sheep red blood cells (oxygen carrier) suspended in mock plasma containing 48 g/liter dextran (FW 70 000).
Radiolabeled leptin (125I-leptin, Amersham Pharmacia Biotech, specific
activity 87–275 cpm/pg; three different batches were used) was introduced in the perfusion medium at a constant tracer concentration via a
slow-drive syringe at a rate of 0.2 ml/min. The rate of perfusion fluid
was between 4 and 4.5 ml/min. The cerebrovascular tracer 99Tc-Albumin (Medi-Physics, IL, Technetium Tc99m HSA Multidose Kit) was
introduced simultaneously. Physiological parameters (e.g. perfusion arterial pressure, acid base status, cerebral perfusion flow etc.) were kept
within the range found in the anesthetized rat.
The first study examined the time-dependent uptake of radio-iodinated leptin into different CNS regions using a single batch of leptin
tracer for all experiments with a final concentration in the arterial inflow
of 0.52 ⫾ 0.09 ng/ml of 125I-leptin, more than 97% intact by acid precipitation (TCA) and HPLC analysis. At predetermined times ranging
from 1 to 20 min rats were killed by decapitation and the CNS tissues
collected for radioactivity analysis in a Beckman Coulter, Inc. ␥ 4000
Counter. The following samples were prepared from the ipsilateral
perfused hemisphere: choroid plexus and CSF from the lateral ventricle,
hypothalamus, and different BBB regions (e.g. parietal cortex, caudate
nucleus, hippocampus). The choroid plexuses were harvested from the
lateral ventricles, and the wet weights of the choroid plexus samples
were between 1.9 and 2.2 mg. The wet weight of the choroid plexus was
determined immediately after the isolation using preweighted vials. The
weights of the CSF samples from the lateral ventricles were between 2.1
and 2.5 mg. The CSF was sampled from the lateral ventricle by stereotactic puncture through a window in the skull using a 10 l Hamilton
syringe. The area dissected as hypothalamus was its ventromedial part
with a standardized weight between 18 and 24 mg. This area consisted
of nervous tissue, previously shown to be largely inside the BBB, but
contained also the median eminence, a region that is not protected by
the BBB (22). The weights of the parietal cortex, caudate nucleus and
hippocampus samples varied between 20 and 38 mg.
All plasma and CNS tissue samples were TCA-precipitated (see below) and counted simultaneously. Each time point included three to six
animals per point, and each experiment/per time point was performed
on the same day.
In separate experiments, unlabeled leptin at different concentrations
ranging from 0.6 to 300 ng/ml was introduced into the arterial inflow
simultaneously with 125I-leptin for either 1 min for measurements in the
choroid plexus, CSF, and hypothalamus, or for 10 min for uptake studies
at the BBB regions outside the hypothalamus. In these experiments
concentration-dependent uptake of leptin was determined, and each
concentration point included three to six animals per point. Leptin tracer
was from two different batches of similar specific activity, and its final
concentration in the arterial inflow was 0.15 ng/ml of 125I-leptin, more
than 97% intact as determined by TCA and HPLC analysis.

TCA precipitation assay
The recovery of intact 125I-leptin radioactivity in the arterial inflow
and CNS tissue and CSF samples was determined by TCA precipitation
assay in all samples. Samples were mixed with 0.2 ml of 35% TCA, then
centrifuged at 6,000 rpm at ⫹4 C for 8 –10 min, and the radioactivity in
the precipitate, water fraction and chloroform fraction determined. The
intactness of radio-iodinated leptin infused into the arterial inflow was ⬎
97% by the HPLC analysis that was confirmed by the TCA assay. It has
been also demonstrated that TCA assay provides reliable analysis of
intact leptin in the CNS tissues as corroborated with the HPLC analysis
(see below).
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Binding to microvessels and transendothelial transport
To distinguish between leptin binding to brain microvascular endothelium vs. transport across the BBB, in some experiments brain tissue
was subjected to capillary depletion step and microvessels separated
from perfused brain, as we reported (21, 22). In these studies we used
the ipsilateral forebrain tissue consisting of cortical tissue and subcortical regions (caudate, hippocampus), but did not contain rapid uptake
regions such as the choroid plexus and hypothalamus that were discarded. Briefly, dextran (FW 70,000) was added to a final concentration
of 13% to brain tissue homogenates in a physiological buffer (10 mm
HEPES, 141 mm NaCl, 4 mm KCl, 2.8 mm CaCl2, 1 mm MgSO4, 1 mm
NaHPO4, and 10 mm d-glucose adjusted to pH 7.4). The aliquots of
homogenates were centrifuged at 5,400 ⫻ g for 10 min at ⫹4 C. The pellet
containing brain microvessels and the supernatant containing capillarydepleted brain were carefully separated and the radioactivities of 125Ileptin and 99mTc-albumin determined in these two brain fractions.

Calculations
Details of mathematical analysis were as we reported (21, 22, 37).
Briefly, the uptake values for 125I-leptin and 99Tc-albumin by the choroid
plexus, CSF and brain BBB regions are expressed as ratios of tracer
concentrations in different tissues/fluids relative to the constant concentration of their respective isotopes in the plasma arterial inflow. The
following equation was used to calculate the ratios: CIN/CPL ⫽ [cpm./g
(tissue or CSF)]/[cpm/ml (plasma inflow)]. The uptake values for 125Ileptin were based on TCA-precipitable radioactivity (intact leptin as
confirmed by HPLC analysis) and were corrected for tracer distribution
in the vascular brain space and choroid plexus vascular and extracellular
space (i.e. the choroid plexus has leaky capillaries, but tight epithelium)
by subtracting albumin values as: CIN (LEPTIN) ⫺ CIN (ALBUMIN). Although, short infusion times of 1–3 min may preclude complete equilibration of 99mTc-albumin in the choroid plexus interstitial space, using
different extracellular space markers (e.g. 14C-inulin, FW 5,000 or 3Hmannitol, FW 182) we obtained only slightly higher values than for
albumin, and the respective uptake values at 1 min were 2.3%, 2.5% and
3.9% for albumin, inulin, and mannitol. As FW of leptin is 16,000, i.e.
between albumin and inulin, it is likely that the amount of leptin tracer
that remains in the interstitial space at 1 min is between 2.3% and 2.5%.
Therefore, our applied correction with albumin would at most overestimate leptin epithelial uptake by less than 5%, which may not be
significant given that the sd of leptin uptake rate by the choroid epithelium is close to 20% (Table 1).
To calculate the rate of leptin entry (KIN) into the CSF and different
CNS regions, multiple-time uptake series were performed. The analysis
of data were based on previously developed two-compartment mathematical model (21, 22, 37), using the equation: d [CIN (LEPTIN) ⫺ CIN
(ALBUMIN)]/dt ⫽ KIN CPL ⫺ KOUT [CIN (LEPTIN) ⫺ CIN (ALBUMIN)] (Eq 1),
where KOUT is the exit transfer coefficient, and R is the steady-state or
equilibrium ratio. Eq 1 is integrated to give [CIN (LEPTIN) ⫺ CIN (ALBU⫺KOut T
MIN)]/CPL ⫽ R (1-e
) (Eq 2). R is the steady state ratio, or the ratio
TABLE 1. The unidirectional rates, KIN, of leptin entry across
the blood-CSF barrier, hypothalamus and at different BBB regions
Region

CSF
Choroid plexus
Hypothalamus
Hippocampus
Cortex
Caudate nucleus

KIN (min⫺1)

0.105 ⫾ 0.040a,ns
0.079 ⫾ 0.003a,ns
0.075 ⫾ 0.020a,ns
0.002 ⫾ 0.0001ns
0.006 ⫾ 0.0001a
0.002 ⫾ 0.0003

Ratio

1.30
1.40
52.5
17.5
52.5

Values are mean ⫾ SEM based on 125I-TCA-precipitable radioactivity; n ⫽ 24 –29. The KIN values for choroid plexus, blood-CSF
barrier and hypothalamus, and the BBB regions, were determined
from Figure 1 by using Eq 4 and 5 and Eq 6, respectively.
a
P ⬍ 0.01, CSF, choroid plexus and hypothalamus vs. hippocampus, cortex, and caudate nucleus; cortex vs. caudate nucleus and
hippocampus.
ns
Nonsignificant, CSF vs. choroid plexus vs. hypothalamus; caudate nucleus vs. hippocampus, by two-way post-ANOVA.
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[CIN (LEPTIN) ⫺ CIN (ALBUMIN)]/CPL and the ratio KIN/KOUT at infinite
time, and T is leptin infusion time. Numerical values for KOUT may be
obtained from the slope of the plot of ln (R ⫺ [CIN (LEPTIN) ⫺ CIN
(ALBUMIN)]/CPL) (Eq 3) against T, using the equation KOUT ⫽ ⫺ ln(R ⫺
[CIN (LEPTIN) ⫺ CIN (ALBUMIN)]/CPL)/T (Eq 4). Finally, the value for KIN
is derived by substituting the number for KOUT in: KIN ⫽ R KOUT (Eq 5).
In this study, the nonlinear regression analysis and Eq 4 and 5 were used
to compute the KIN values for leptin at the choroid plexus and at the
blood-CSF barrier. In case when tracer uptake remains linear over a
studied period of time, the exit constant KOUT approaches zero and the
rate of entry KIN can be calculated from Eq 1 as: KIN ⫽ d [CIN (LEPTIN)
⫺ CIN (ALBUMIN)]/(dt CPL) (Eq 6). In the present study, the linear regression analysis and Eq 6 were used to compute the KIN values at the
BBB regions. The KIN represents the fraction of circulating radioactive
leptin that is taken up by a given CNS compartment in min⫺1.
To determine concentration-dependent transport of leptin into the
CSF and across the BBB, the uptake of 125I-leptin was studied at different
concentrations of unlabeled leptin. The unidirectional influx, JIN, was
calculated as JIN ⫽ KINCPL (Eq 7), where KIN is the entry constant of
radio-labeled leptin in the presence of increasing concentrations of unlabeled leptin in the arterial inflow plasma, CPL. (For details, see refs. 21,
22, 37.) Michaelis-Menten analysis was applied to compute the affinity
constant (KM) and maximal transport capacity (VMAX) of putative leptin
transporters. The possibilities for a single and/or multiple transport sites
were considered using the following Eq 8, JIN ⫽ VMAX1CPL/(KM1 ⫹ CPL)
⫹ VMAX2CPL/(KM2 ⫹ CPL) ⫹ . . . VMAXnCPL/(KMn ⫹ CPL). In vivo uptake
of 125I-leptin by the choroid plexus was also determined in the presence
of different concentrations of unlabeled leptin and the JIN values cal-
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culated using Eq 7. The JIN values for leptin in the plexus reflect binding
of leptin to the choroidal tissue (37), as opposed to transport across the
blood-CSF barrier, the binding constant (KD) and maximal binding capacity (BMAX) were calculated. The possibility for a single or multiple
binding sites was considered (Eq 9): JIN ⫽ BMAX1CPL/(KD1 ⫹ CPL) ⫹
BMAX2CPL/(KD2 ⫹ CPL) ⫹ . . . BMAXnCPL/(KDn ⫹ CPL). Kinetic parameters were calculated with a nonlinear regression analysis using SAAMII
program as reported (39). Advanced graphics software (SlideWrite Plus)
was used to obtain graphic plots. Data are presented as mean values (⫾
sem) and compared by two-way post ANOVA.

Results
125

In our initial study,
I-leptin was introduced into the
cerebral arterial circulation at low physiological concentrations (i.e. 0.52 ⫾ 0.09 ng/ml) in the absence of unlabeled
plasma leptin. The uptake of intact 125I-leptin by the choroid
plexus (TCA-precipitable fraction) was rapid as well as transport of intact protein into the CSF (Fig. 1, A and B). The
choroid epithelial uptake of leptin and its entry into the CSF
exhibited significant departure from linearity after 1 min.
In the first minute, the uptake of 125I-leptin by hypothalamus (Fig. 1C) was about 12.5–37.5-fold higher than in other
BBB regions. Although the exact significance of the initial
spike in the hypothalamus uptake curve is not clear (Fig. 1C),

FIG. 1. Time-dependent uptake of circulating 125I-leptin (0.52 ⫾ 0.09 ng/ml) by the choroid plexus (A), across the blood-CSF barrier (B),
hypothalamus (C), and at different BBB regions, e.g. caudate nucleus (D), hippocampus (E), and cortex (F); T is infusion time from 0.5 to 20
min. Each point represents the uptake of 125I-TCA-precipitable radioactivity. Mean values ⫾ SEM are from 3– 6 rats; points without bars (SEM
ⱕ 5% of the mean). Each experiment with 3– 6 rats/point was conducted on the same day.
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it is possible that it reflects high affinity initial binding of
leptin to its hypothalamic receptors followed by ligand-induced rapid receptor down-regulation, as observed in cells
transfected with leptin receptors (40). Leptin uptake at different BBB regions outside the hypothalamus was substantially lower and remained linear within the studied 20-min
period (Fig. 1, D–F). Data given in Fig. 1 illustrate the uptake
of intact leptin as determined by the TCA assay and confirmed by the HPLC analysis.
The HPLC analysis of radio-iodinated leptin used for internal carotid arterial infusions indicated that in all batches ⬎
97% of 125I-radioactivity was intact leptin (as supplied by
manufacturer). This was confirmed by the TCA analysis of
the infusion solution and the arterial plasma inflow, which
indicated ⬎ 97% TCA-precipitable radioactivity. In the
present model, there is no degradation of peptide and protein
tracers in the arterial inflow as the radiolabeled material is
directly infused into an enzyme free artificial plasma medium used for brain perfusions, and the tracer is completely
separated from the systemic circulation and does not come
into contact with the animal’s own blood during passage
through the brain circulation (21–24).
Previous studies specifically designed to determine leptin
degradation in whole brain homogenates by the acid precipitation and the HPLC methods, and to validate the acid
precipitation method by the HPLC, demonstrated an excellent correlation between the two methods if the acid precipitation was greater that 50% (25, 38). It has been reported
based on incubation studies of the whole brain homogenates
with radio-iodinated leptin that the relationship between the
methods was: acid precipitation ⫽ 1.1 (HPLC) ⫹ 2.13 with an
r ⫽ 0.983 (25). In the present study, we found with the TCA
assay that the amount of intact leptin determined in studied
CNS tissues was between 91% and 80%, for the shortest (1
min) and the longest (20 min) time point, respectively. Because the values by the TCA acid precipitation in our study
were much higher than 50%, according to reported validation analysis of the acid precipitation by HPLC (25), the
HPLC will detect similar amounts of intact leptin in the CNS
tissues (25, 38).
The regional CNS uptake curves for 125I-TCA precipitable
leptin in the choroid plexus and CSF were analyzed by nonlinear regression analysis to compute the KIN values (Table
1). The KIN values at the BBB regions were calculated by
linear regression analysis and are also shown in Table 1. The
KIN of 0.105 min⫺1 determined for intact leptin at the bloodCSF barrier, suggests transport/secretion that is 18- to 53fold faster than simultaneously determined leptin uptake at
the BBB where the regional KIN values varied between 0.002
and 0.006 min⫺1. The rate of leptin uptake by the hypothalamus as computed from the unidirectional linear phase was
0.076 min⫺1, comparable with the rates observed in the choroid plexus and the CSF (Table 1).
In some experiments, a capillary-depletion step was performed to distinguish between binding of tracer to endothelial binding sites at the BBB vs. transport into brain parenchyma across the BBB. Our data indicate that, after 10 min,
the majority of tracer is transported out of the vascular compartment across the BBB into brain parenchyma (Fig. 2). The
value of leptin uptake into brain parenchyma was approx-

1437

FIG. 2. The uptake of intact 125I-leptin (O.50 ng/ml) by cerebral microvessels and capillary-depleted brain determined after 10 min of
brain perfusion. Values are expressed as [cpm/g tissue]/[cpm/ml plasma] and corrected for distribution of vascular space tracer (albumin).
Mean values ⫾ SEM, are from four experiments conducted on the same
day.

imately 13-fold higher than sequestration by capillaries. Direct measurements of intact leptin tracer in the CSF confirmed leptin transport across the choroid plexus epithelium
of the blood-CSF barrier into the CSF of lateral ventricles.
Introduction of gradually increasing concentrations of unlabeled leptin in the arterial inflow corresponding to lower
and upper physiological concentrations of leptin in plasma,
i.e. between 0.6 and 10 ng/ml, resulted in a saturable dosedependent binding of 125 I-leptin (TCA-precipitable fraction)
to the choroid plexus and concentration-dependent influx
into the CSF and hypothalamus (Fig. 3, A–C). The measurements were performed within initial 1 min of the linear
125
I-leptin uptake to ensure inhibition of tracer during its
unidirectional uptake and/or transport. In contrast, there
was no detectable rapid (ⱕ 1 min) leptin influx at the BBB.
However, with a longer infusion time of 10 min, a saturable
leptin influx across the BBB could be demonstrated over a
wide range of pharmacological concentrations, from 10 to
300 ng/ml (Fig. 3, D–F). It is noteworthy that lower physiological concentrations of unlabeled leptin failed to inhibit
leptin tracer uptake at the BBB (not shown).
The Michaelis-Menten analysis indicated the presence of
a single high affinity transport site for leptin at the blood-CSF
barrier with the KM of 1.1 ng/ml (Table 2). The KM for leptin
uptake and/or binding to hypothalamus was even lower
(0.22 ng/ml). In vivo leptin binding to the choroid plexus
exhibited KD of 2.6 ng/ml. Michaelis-Menten analysis based
on slow (ⱕ 10 min) leptin influx at the BBB regions, revealed
a single leptin BBB transporter at the luminal side with a
regional affinity varying from 88 to 345 ng/ml. Slow uptake
of radio-leptin by the caudate nucleus may be affected by
uptake across BBB capillaries as well as uptake from adjacent
CSF, as shown previously for brain regions adjacent to the
ventricles (40).
Discussion

In the present study, we characterized putative leptin
transporters at the blood-CSF barrier, hypothalamus, and at
the BBB by using a brain perfusion model in lean rats. We
assumed that radiolabeled leptin behaves in front of the CNS
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FIG. 3. I, Rapid uptake. Concentration-dependent uptake of 125I-leptin by the choroid plexus (A), transport across the blood-CSF barrier (B)
and uptake by the hypothalamus (C) in the presence of unlabeled leptin in the arterial inflow within a physiological 0.6 to 10 ng/ml range.
125
I-leptin (0.15 ng/ml) was infused simultaneously with varying concentrations of unlabeled leptin for 1 min. II. Slow uptake, Concentrationdependent uptake of 125I-leptin (0.15 ng/ml) at the BBB regions: hippocampus (D), cortex (E), and caudate nucleus (F), in the presence of
pharmacological concentrations of unlabeled leptin from 10 to 300 ng/ml. Because leptin tracer uptake was undetectable at the BBB regions
within 1 min, in these studies 125I-leptin (0.15 ng/ml) was infused simultaneously with varying concentrations of unlabeled leptin for 10 min.
Each point represents the uptake of 125I-TCA-precipitable radioactivity; mean ⫾ SEM from 3 to 6 rats; points without bars (SEM ⱕ 5% of the
mean).

biological membranes in a manner comparable with unlabeled leptin, as reported in several recent in vivo and in vitro
studies (25, 30, 36, 38, 41). Rapid, high affinity transport
systems mediated leptin entry into the hypothalamus (KM ⫽
0.2 ng/ml), and across the blood-CSF barrier (KM ⫽ 1.1
ng/ml) at rates 18- to 53-fold faster than across the BBB in
other CNS regions. In contrast, low affinity carriers (KM ⫽ 88
to 345 ng/ml) were found at the BBB outside the
hypothalamus.
Our findings indicate that choroid plexus plays a key role
in regulating leptin entry into the CSF under physiological
conditions. Plasma levels of leptin in normal lean rats vary
between 0.6 to 10 ng/ml (42), and the KM value of 1.1 ng/ml

determined for leptin transport across the choroid epithelium of the blood-CSF barrier was close to the lower end of
this range. Because leptin transport across the blood-CSF
barrier is fully saturated at higher leptin physiological
plasma concentrations, it is possible that the choroid epithelium acts as a rate-limiting step to prevent increases in CSF
leptin concentrations. This epithelial barrier could also be
responsible for “leptin resistance” reported in obese individuals where the increases in plasma leptin were not followed by parallel increases in the CSF leptin levels (11, 15).
In the present study the CIN/CPL ratio for leptin in the CSF
approaches 1 at the steady state, whereas in normal humans
(11, 15) and rats (42) leptin levels are considerably higher in
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TABLE 2. Kinetic parameters, KM and VMAX, of putative leptin transporters at the blood-CSF barrier (i.e. at the choroid epithelium),
hypothalamus and different BBB regions, and in vivo binding constants, KD and BMAX, for leptin in the choroid plexus
Rapid uptake (ⱕ1 min)

Slow uptake (ⱕ10 min)

Region

KM
(ng/ml)

VMAX
(ng/g/min)

CSF
Hypothalamus
Hippocampus
Cortex
Caudate nucleus

1.10 ⫾ 0.07a
0.23 ⫾ 0.04

0.20 ⫾ 0.007a
0.014 ⫾ 0.003

Choroid plexus

None
None
None
KD
(ng/ml)
2.57 ⫾ 0.48

BMAX
(ng/g/min)
0.23 ⫾ 0.014

KM
(ng/ml)

88 ⫾ 10a
130 ⫾ 27a
345 ⫾ 29

VMAX
(ng/g/min)

None
None

2.97 ⫾ 0.56a
6.20 ⫾ 0.50ns
10.80 ⫾ 2.60

None

Values are mean ⫾ SEM; n ⫽ 22–26; The KM and VMAX values for rapid (i.e. the blood-CSF barrier, hypothalamus) and slow (other BBB regions)
transport of leptin, and the KD and VMAX values for leptin binding to the choroid plexus were determined from Fig. 3 by using eq 8.
a
P ⬍ 0.01, CSF vs. hypothalamus, hippocampus vs. cortex, hippocampus vs. caudate nucleus, and cortex vs. caudate nucleus.
ns
Nonsignificant, cortex vs. caudate nucleus, by two-way post-ANOVA.

plasma than in CSF. This discrepancy could be possibly
attributed to the differences in the CSF sampling sites. In the
present study, a small volume of the CSF was obtained from
the lateral ventricle (⬍ 5% of the total CSF volume), whereas
in previous studies the CSF was sampled either from the
spinal subarachnoid space in humans (11, 15) or from the
cisterna magna in rats (42). In the spinal and cisternal CSF
samples (11, 15, 42), leptin secreted by the choroid plexuses
would be considerably diluted into a larger CSF volume that
may account for reported differences. A descending CSF
gradient of radiolabeled leptin along the axis lateral ventricle-cisterna magna was also observed in the present study
(data not shown). In contrast to choroid plexus and CSF, the
steady-state values for leptin could not be determined for
other brain regions because the uptake was linear over studied period of time.
The molecular nature of putative leptin transporters at the
choroid epithelium is not known. Specific leptin receptors
and the short splice variant of the receptor have been identified in the choroid plexus (27–29, 32). It has been speculated
that short isoform may serve a transport function moving
leptin from the peripheral circulation into the CSF and CNS
(27). However, more recent work in transfected cells failed to
confirm the transcytotic function of the short form of leptin
receptor (36). It has been suggested that all leptin receptor
isoforms are linked to cellular signaling (34, 35), leptin internalization, and degradation by a lysosomal pathway (36,
41). The KD of 2.6 ng/ml determined for in vivo leptin binding
to the choroid plexus was comparable with KD of 3.3 ng/ml
typically determined for leptin binding to cells transfected
with the short form of receptor (36, 41). Thus, it is possible
that binding of leptin to its short receptor isoform in the
choroid plexus and transport across the blood-CSF barrier
that exhibits somewhat higher affinity (KM ⫽ 1.1 ng/ml) are
two distinct processes. Binding to the short receptor isoform
may lead to activation of afferent neural inputs to the network that regulates feeding behavior and energy balance as
previously suggested (27, 43). On the other hand, a new class
of molecularly yet nonidentified transcytotic leptin receptors
could be involved in transport across the choroid epithelium
supplying the CSF with leptin. The rate of leptin transport
across the blood-CSF barrier was somewhat faster that previously reported rates of receptor-mediated transport of va-

sopressin, transthyretin, ceruloplasmin, and growth factors
(21, 37, 44), as well as some water-soluble vitamins (45). The
KIN value for CSF uptake of leptin could be compared with
KIN values for Na and Cl, suggesting that uptake of leptin is
very rapid, similar to that of Na and Cl in the brisk CSF
secretory process (46).
Our results indicate that transport of leptin through the
BBB has different properties than across the blood-CSF barrier. The rates of leptin regional BBB transport were similar
to previously determined BBB permeability of whole brain to
circulating leptin in mice (25) and were within a range of slow
to moderate transport determined for several peptides and
proteins in rodents including insulin, transferrin, insulin-like
growth factors, vasopressin, enkephalins, endorphins, and
MSH (21–24). Although there was no rapid uptake of leptin
at the BBB (ⱕ 1 min), with longer infusion times of 10 min,
slow but saturable leptin influx across the BBB was demonstrated over a wide range of higher pharmacological concentrations, from 10 to 300 ng/ml. In contrast, physiological
concentrations of leptin failed to inhibit 125I-Ieptin BBB transport, confirming an absence of sensitive transport mechanism for leptin at the BBB under physiological conditions.
However, the importance of the BBB in transporting leptin
into the CNS at higher pharmacological concentrations and
at a slow rate should not be underestimated.
Present findings at the BBB in vivo revealed a single low
affinity transporter with a regional KM of 88 to 345 ng/ml. An
earlier report on human brain capillary plasma membranes
suggested two binding sites for leptin with KD of 90 and
16,000 ng/ml (31). Leptin binding to isolated cerebral capillaries demonstrated in a previous study was highly suggestive of the abluminal localization of leptin binding sites at
the BBB (31). In contrast, the present study described transport of leptin at the luminal side of the BBB and across the
BBB into brain parenchyma. Although short and long isoforms of leptin receptors were shown at the BBB (32, 33), it
is unlikely that previous (31) and/or the present study were
able to confirm that either of these receptors is transcytotic.
On the contrary, the binding kinetic properties of long and
short isoforms of leptin receptors determined in transfected
cells, i.e. KD from 3.3 to 10 ng/ml (35, 36), were far below the
KM for leptin BBB transport determined in this study and/or
binding to BBB plasma membranes (31). It is possible that a
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novel class of leptin transporters and/or receptors at the BBB
may regulate leptin supply to brain cells by analogy to transport mechanisms described for other peptides and proteins
(21–24, 44).
The uptake of leptin by hypothalamus that predominantly
expresses the long receptor isoform (19, 47) seems to be a
special case. Leptin uptake by the hypothalamus was 12.5- to
37.5-fold faster than in other BBB regions and appeared to be
mediated by high affinity transporters with KM of 0.2 ng/ml
that was significantly lower than the KD determined for
leptin binding to a long receptor isoform in cell transfection
studies (35, 36, 41). The exact mechanisms remain unclear.
Previous study in isolated brain slices also suggested extremely sensitive binding of leptin to hypothalamic nuclei
(KD approximately ⬍ 1 ng/ml), but the exact binding constants were difficult to determine due to too low maximal
binding capacity (48). Many neurons in the hypothalamic
nuclei are typically isolated from the circulation by the BBB
and express high number of leptin receptors (18, 19). An
enhanced autoradiography signal detected in the region of
the arcuate nucleus following systemic injection of radiolabeled leptin was interpreted as direct leptin transport from
blood to the hypothalamus (25). Alternative possible route is
that blood-borne leptin is transported across the blood-CSF
barrier and than carried via CSF bulk flow to its CNS targets
similar to several major regulatory hormones and micronutrients (21, 43, 45). A third possibility is that leptin may enter
the hypothalamus at the median eminence, which lacks the
BBB (22) and then reaches its neuronal targets in hypothalamic nuclei by diffusion. Perhaps a combination of diffusion
at the median eminence, transport across the BBB as well as
transport from CSF across the ependyma mediate hypothalamic leptin uptake.
In conclusion, our study points to differential regulation of
leptin CNS transport by the choroid plexus and the BBB.
Specific high affinity transport systems for leptin in hypothalamus and across the choroid epithelium of the blood-CSF
barrier play a key role in regulating leptin entry into the CNS
and CSF under physiological conditions. On the other hand,
at higher pharmacological concentrations of leptin and over
longer periods of time, transport across the BBB takes over,
which in turn could be important for neuropharmacological
effects of exogenous leptin.
References
1. Zhang Y, Proenca R, Maffei M, Barone M, Leopold L, Friedman J 1994
Positional cloning of the mouse obese gene and its human homologue. Nature
372:425– 431
2. Friedman JM, Halaas JL 1998 Leptin and the regulation of body weight in
mammals. Nature 395:763–770
3. Schwartz M, Baskin D, Bukowski T, Kuijper J, Foster D, Lasser G, Prunkard
D, Porte D, Woods S, Seeley R, Weigle D 1996 Specificity of leptin action on
elevated blood glucose levels and hypothalamic neuropeptide Y gene expression in ob/ob mice. Diabetes 45:531–535
4. Pelleymounter MA, Cullen M, Baker M, Hecht R, Winters D, Boone B,
Collins F 1995 Effects of the obese gene product on body weight regulation in
ob/ob mice. Science 269:540 –543
5. Pelleymounter M, Cullen MJ, Healy D, Hecht R, Winters D, McCaleb M 1998
Efficacy of exogenous recombinant murine leptin in lean and obese 10- to
12-mo-old female CD-1 mice Am J Physiol 275:950 –959
6. Heek M, Compton D, France C, Tedesco R, Fawzi A, Graziano M, Sybertz
E, Strader C, Davis H 1997 Diet-induced obese mice develop peripheral, but
not central resistance to leptin. J Clin Invest 99:385–390
7. Halaas J, Gajiwala K, Maffei M, Cohen S, Chait B, Rabinowitz D, Lallone

8.
9.

10.
11.
12.
13.
14.
15.

16.
17.
18.
19.

20.
21.

22.
23.
24.
25.
26.
27.

28.
29.
30.
31.
32.
33.
34.

Endo • 2000
Vol 141 • No 4

R, Burley S, Friedman J 1995 Weight-reducing effects of the plasma protein
encoded by the obese gene. Science 269:543–545
Campfield AL, Smith FJ, Guisez Y, Devos R, Burn P 1995 Recombinant mouse
OB protein: Evidence for a peripheral signal linking adiposity and central
neural networks. Science 269:546 –549
Chen H, Charlat O, Tartaglia LA, Woolf EA, Weng X, Ellis SJ, Lakey ND,
Culpepper J, Moore KJ, Breitbart RE, Duyk GM, Tepper RI, Morgenstern JP
1996 Evidence that the diabetes gene encodes the leptin receptor: identification
of a mutation in the leptin receptor gene in db/db mice. Cell 84:491– 495
Lee GH, Proenca R, Montez JM, Carroll KM, Darvishzadeh JG, Lee JI,
Friedman JM 1996 Abnormal splicing of the leptin receptor in diabetic mice.
Nature 379:632– 635
Schwartz MW, Peskind E, Raskind M, Boyko EJ, Porte D, Jr 1996 Cerebrospinal fluid leptin levels: relationship to plasma levels, and to adiposity in
humans. Nature Med 2:589 –593
Eckert E, Pomeroy C, Raymond N, Kohler P, Thuras P, Bowers C 1998 Leptin
in anorexia nervosa. J Clin Endocrinol Metab 83:791–795
Widjaja A, Schurmeyer T, Von Zur Muhlen A, Brabant G 1998 Determinants
of serum leptin levels in Cushing’s syndrome. J Clin Endocrinol Metab
83:600 – 603
Moller N, O’Brien P, Nair K 1998 Disruption of the relationship between fat
content and leptin levels with aging in humans. J Clin Endocrinol Metabol
83:931–934
Caro JF, Kolaczynski JW, Nyce MR, Ohannesian JP, Opentanova I, Goldman
WH, Lynn RB, Zhang P-L, Sinha MK, Considine RV 1996 Decreased cerebrospinal-fluid/serum ratio in obesity: a possible mechanism for leptin resistance. Lancet 348:159 –161
Dallongeville J, Fruchart J-C, Auwerx J 1998 Leptin, a pleiotropic hormone:
physiology, pharmacology, and strategies for discovery of leptin modulators.
J Neurochem 41:5337–5351
Ahima SR, Bjorbaek C, Osei S, Flier J 1999 Regulation of neuronal and glial
proteins by leptin: implications for brain development. Endocrinology
140:2755–2762
Schwartz MW, Seely RJ, Campfield AL, Burn P, Baskin DG 1996 Identification of targets of leptin action in rat hypothalamus. J Clin Invest 98:1101–1106
Baskin DG, Schwartz MW, Seely RJ, Woods SC, Porte D Jr, Breininger JF,
Jonak Z, Schaefer J, Krouse M, Burghardt C, Campfield AL, Burn P, Kochran
J 1999 Leptin receptor long-form splice-variant protein expression in neuron
cell bodies of the brain and co-localization with neuropeptide Y mRNA in the
arcuate nucleus. J Histochem Cytochem 47:353–362
De Matteis R, Cinti S 1998 Ultrastructural immunolocalization of leptin receptor in mouse brain. Neuroendocrinology 68:412– 419
Zlokovic BV, Martel CL, Matsubara E, McComb JG, Zheng G, McKluskey
RT, Frangione B, Ghiso J 1996 Glycoprotein 330/megalin: probable role in
receptor-mediated transport of apolipoprotein J alone and in a complex with
Alzheimer disease amyloid ␤ at the blood-brain and blood-cerebrospinal fluid
barriers. Proc Natl Acad Sci USA 93:2580 –2586
Zlokovic BV 1995 Cerebrovascular permeability to peptides: manipulations of
transport systems at the blood-brain barrier. Pharm Res 12:1395–1406
Egleton RD, Davis TP 1997 Bioavailability and transport of peptides and
peptide drugs into the brain. Peptides 18:1431–1439
Pardridge WM 1998 CNS drug design based on principles of blood-brain
barrier transport. J Neurochem 70:1781–1792
Banks WA, Kastin AJ, Huang W, Jaspan JB, Maness M 1996 Leptin enters the
brain by a saturable system independent of insulin. Peptides 17:305–311
Koistinen HA, Karonen S-L, Livanainen M, Koivisto VA 1998 Circulating
leptin has saturable transport into intrathecal space in humans. Eur J Clin
Invest 28:894 – 897
Tartaglia LA, Dembski M, Weng X, Deng N, Culpepper J, Devos R, Richards
GJ, Campfield AL, Clark FT, Deeds J, Muir C, Sanker S, Moriarty A, Moore
KJ, Smutko JS, Mays GG, Woolf EA, Monroe CA, Tepper RI 1995 Identification and expression cloning of a leptin receptor, OB-R. cell 83:1263–1271
Devos R, Richards GJ, Campfield AL, Tartaglia LA, Guisez Y, Van der
Heyden J, Travernier J, Plaetnick G, Burn P 1996 OB protein binds specifically
to the choroid plexus of mice and rats. Proc Natl Acad Sci USA 93:5668 –5673
Lynn RB, Cao G-Y, Considine RV, Hyde TM, Caro JF 1996 Autoradiographic
localization of leptin binding in the choroid plexus of ob/ob and db/db mice.
Biochem Biophys Res Commun 219:884 – 889
Bennett PA, Lindell K, Karlsson C, Robinson ICAF, Carlsson L, Carlsson B
1998 Differential expression and regulation of leptin receptor isoforms in the
rat brain: effects of fasting and estrogen. Neuroendocrinology 67:29 –36
Golden PL, Maccagnan TJ, Pardridge WM 1997 Human blood-brain barrier
leptin receptor. J Clin Invest 99:14 –18
Bjorbaek C, Uotani S, da Silva B, Flier JS 1997 Divergent signaling capacities
of the long and short isoforms of the leptin receptor. J Biol Chem
51:32686 –32695
Boado RJ Golden PL, Levin N, Pardridge WM 1998 Up-regulation of bloodbrain barrier short-form leptin receptor gene products in rats fed a high fat diet.
J Neurochem 71:1761–1764
Bjorbaek C, Elmquist JK, Michl P, Ahima RS, Van Bueren A, McCall AL,
Flier JS 1998 Expression of leptin receptor isoforms in rat brain microvessels.
Endocrinology 139:3485–3490

Downloaded from endo.endojournals.org at Ebling Library, University of Wisconsin-Madison on March 10, 2010

DIFFERENTIAL REGULATION OF LEPTIN CNS TRANSPORT
35. da Silva B, Bjorbaek C, Uotani S, Flier SJ 1998 Functional properties of leptin
receptor isoforms containing the Gln3 Pro extracellular domain mutation of
the fatty rat. Endocrinology 139:3681–3690
36. Barr VA, Lane K, Taylor SI 1999 Subcellular localization and internalization
of the four human leptin receptor isoforms. J Biol Chem 274:21416 –21424, 28b
37. Zlokovic BV, Segal MB, McComb GJ, Hyman S, Weiss MH, Davson H 1991
Kinetics of circulating vasopressin uptake by choroid plexus. Am J Physiol
260:F216 –F224
38. Manness LM, Kastin AJ, Farrell CL, Banks WA 1998 Fate of Leptin after intracerebroventricular injection into the mouse brain. Endocrinology 139:4556 – 62
39. Mackic JB, Stins M, McComb GJ, Calero M, Ghiso J, Kim SK, Yan SD, Stern
D, Scmidt AM, Frangione B, Zlokovic BV 1998 Human blood-brain barrier
receptors for Alzheimer’s amyloid-␤ 1– 40:Asymmetrical binding, endocytosis,
and transcytosis at the apical side of brain microvascular endothelial cell
monolayer. J Clin Invest 102:734 –743
40. Murphy VA, Johansson CE 1989 Acidosis, acetazolamide, and amiloride:
effects of 22Na transfer across the blood-brain and blood-CSF barriers. J Neurochem 52:1058 –1063
41. Uotani S, Bjorbaek C, Tornoe J, Flier JS 1999 Functional properties of leptin
receptor isoforms. Internalization and degradation of leptin and ligand-induced receptor downregulation. Diabetes 48:279 –286

1441

42. Wu-Peng SX, Streamson CC, Jr, Okada N, Liu S-M, Nicolson M, Leibel RL
1997 Phenotype of the obese Koletsky (f) rat due to tyr763stop mutation in the
extracellular domain of the leptin receptor (lepr): evidence for deficient plasma-to-CSF transport of leptin in both the Zucker and Koletsky obese rats.
Diabetes 46:513–518
43. Baskin DG, Breininger JF, Bonigut S, Miller M 1999 Leptin binding in the
arcuate nucleus is increased during fasting. Brain Res 828:154 –158
44. Johanson CE 1998 Arachnoid membrane, subarachnoid CSF and pia-glia. In:
Pardridge W (ed) Introduction to the Blood-Brain Barrier: Methodology, and
Biology. Cambridge University Press, New York, pp 258 –269
45. Spector R 1989 Micronutrient homeostasis in mammalian brain and cerebrospinal fluid. J Neurochem 53:1667–1674
46. Murphy VA, Johanson CE 1990 Na⫹-H⫹ exchange in choroid plexus and CSF
in acute metabolic acidosis or alkalosis. Am J Physiol 27:F1528 –F1531
47. Mercer JG, Hoggard N, Williams LM, Lawrence BC, Hannah LT, Trayhurn
P 1996 Localization of leptin receptor mRNA and the long form splice variant
(Ob-Rb) in mouse hypothalamus and adjacent brain regions by in situ hybridization. FEBS Lett 387:113–116
48. Corp ES, Conze DB, Smith F, Campfield AL 1998 Regional localization of
specific [125I] leptin binding sites in rat forebrain. Brain Res 789:40 – 47

Downloaded from endo.endojournals.org at Ebling Library, University of Wisconsin-Madison on March 10, 2010

