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Indirect evidence suggests that lactoferrin (Lf), a major iron-binding protein in human milk, induces enterocyte
growth and proliferation, depending on its concentration and aŠects the function and permeability of the intestinal
mucosa. The bacterial endotoxin (lipopolysaccharide, LPS) is known to cause mucosal hyperpermeability in vivo.
However, protective eŠects of Lf against LPS-mediated intestinal mucosal damage and barrier function in epithelial cells
are not yet fully clariˆed. The aim of this study was to investigate whether Lf can reduce the cellular injury and alter
epithelial hyperpermeability caused by LPS in human intestinal Caco-2 cells. When cell viability was measured by a
WST-1 assay (tetrazolium salt-based assay), the protective eŠects against LPS-induced damage to Caco-2 cells were observed at doses of 800 and 1000 mg/ml Lf. The barrier function of Caco-2 monolayer tight junctions was assessed by
measuring transepithelial electrical resistance (TEER) and permeability of FITC-labeled dextran 4000 (FD-4). The
treatment of Caco-2 cells with Lf at doses of 400 and 1000 mg/ml signiˆcantly increased TEER as compared to treatment
with LPS alone for 2 h ( p＜0.05). Further, at doses of 400 and 1000 mg/ml, Lf inhibited the enhancement of LPSmediated permeability in Caco-2 cell monolayer. The results of this study suggest that Lf may have protective eŠects
against LPS-mediated intestinal mucosal damage and impairment of barrier function in intestinal epithelial cells.
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INTRODUCTION
Lactoferrin (Lf), present in large amounts in
breast milk, is found to bind to enterocytes and
brush-border membranes in the infant intestine.1,2)
Several biological functions are attributed to Lf. In
addition to its iron-binding capacity, regulation of in‰ammation and ˆrst-line defense against bacterial infections are the known eŠects of Lf.3) When disruption in intestinal mucosal barrier function occurs,
there is a leakage of water and plasma protein into the
lumen and translocation of intestinal bacteria into the
systemic circulation; these factors contribute to the
development of systemic septicemia.4,5) Bacterial
endotoxins such as lipopolysaccharide (LPS) are
known to cause mucosal hyperpermeability in
vivo.6,7) LPS was found to promote gut-barrier dysfunction through an oxidative mechanism, and incubation of Caco-2 enterocytic monolayers with a mixture containing interferon-g, IL-1b, and tumor necro
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sis factor-a increased epithelial permeability.8,9)
Recently, it has been reported that treatment with
many substances could ameliorate considerable structural and functional damage to the intestinal
mucosa.10,11) Despite these promising ˆndings, the use
of many substances as therapeutic agents may be
limited by factors such as poor stability. However, Lf
could be a potential therapeutic agent for the intestinal epithelial damage caused by LPS.3)
In the present study, we examined the protective
eŠects of Lf against intestinal epithelial damage and
tight junction (TJ) barrier function impairment by
using a ˆlter-grown Caco-2 intestinal epithelial
monolayer. The Caco-2 cells grown on permeable inserts form a TJ and attain many morphological and
functional characteristics of the small intestinal
enterocytes12) and are shown to possess Lf receptors13)
that allows its internalization and delivery into the
nucleus of the cells.14) This cellular model system can
be used to assess the eŠects of Lf on paracellular permeability.
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MATERIALS AND METHODS
Materials
Dulbecco's modiˆed Eagle's medium
(DMEM), penicillin, and streptomycin were purchased from Sigma-Aldrich, Inc. (MO, USA).
Hank's balanced salt solution (HBSS) was purchased
from GIBCO Laboratories (NY, USA). Caco-2 cells
and fetal bovine serum (FBS) were purchased from
Dainippon Sumitomo Pharma Co., Ltd. (Osaka,
Japan). Millicell-PCF permeable ˆlters (pore size:
3.0 mm; diameter: 12 mm) were purchased from Millipore Corp. (MA, USA). A Cell Counting Kit was
purchased from DOJINDO Laboratories (Kumamoto, Japan). Lf from human milk and LPS from Escherichia coli serotype 055: B5 were purchased from
Sigma-Aldrich, Inc. (MO, USA). All the other chemicals were of reagent grade.
Cell Cultures
Caco-2 cells (passage 5560)
from a human colonic carcinoma were grown in a culture medium composed of DMEM with 4.5 g/l glucose, 50 U/ml penicillin, 50 mg/ml streptomycin, 1％
(v/v) nonessential amino acids, and 10％ (v/v) heatinactivated FBS in 25-cm2 tissue culture ‰asks (Becton-Dickinson Ind., NJ, USA). The cells were mainC in an atmosphere of 5％ CO2/95％ air
tained at 37°
in a CO2 incubator until they reached 8090％ con‰uence, which usually took 57 days. The cells were
subcultured by partial digestion with 0.25％ trypsin
and 1 mmol/l EDTA in Ca2＋- and Mg2＋-free phosphate-buŠered saline (PBS) solution. The Caco-2
cells were then detached from the stock cultures by
trypsin digestion, washed once by centrifugation,
resuspended, and subcultured in 6 ml of the medium
in culture ‰asks at a concentration of 1×105 cells/ml.
The cultures were observed on a regular basis under
an inverted light microscope to monitor growth and
contamination. For growth on ˆlters, high-density
Caco-2 cells (2.0×105 cells/ml) were plated on nitrocellulose-based Millicell-PCF ˆlters. The Caco-2 cells
were fed with culture medium every alternate day for
6 days and then daily for 18 or 25 days by replacing
0.4 ml of the medium in the apical chamber and 0.6
ml of the medium in the basolateral chamber. They
were monitored regularly for con‰uence by measuring transepithelial electrical resistance (TEER).
Cell-viability Experiment
The viability of
Caco-2 cells was determined by a cell proliferation assay using WST-1 reagent ―a water-soluble sulfonated tetrazolium salt that is cleaved by cellular succinate

dehydrogenases in living cells, yielding dark blue formazan. Damaged or dead cells exhibit reduced dehydrogenase activity. Brie‰y, Caco-2 cells (5×103
cells/well) were plated on a 96-well multiplate (Becton-Dickinson Ind., NJ, USA). On day 3, the medium was replaced by medium without FBS and cells
were preincubated for 1 h with Lf. Then, the cells
were treated with LPS for 2 h. Lf and LPS was solved
by HBSS. WST-1 solution/culture medium (ˆnal
concentration: 5 mmol/l) was added to each well.
C, absorbance at 450
Following 3-h incubation at 37°
nm (reference at 630 nm) was measured by a Multiskan JX microplate reader (Thermo LabSystems,
MA, USA). The percentage cell viability was calculated in terms of absorbency in cells treated with Lf
relative to that in cells exposed to culture medium alone.
Determination of Epithelial Monolayer Resistance
and Permeability
The permeabilities of ‰uorescein isothiocyanate-labeled dextran 4000 (FD-4)
(Sigma-Aldrich, Inc., MO, USA; loading dose of 10
mM) through Caco-2 cell monolayers were determined in the apical-to-basolateral (A→B) directions
at pH 7.4. Before conducting the permeability experiments, the cell monolayers were washed twice with
PBS (pH 7.4). After washing, the cells were allowed
to reach equilibrium in HBSS for 1 h. Next, we observed in the cells preincubated with Lf to order to
evaluate the protective eŠects of Lf in both sides of
Caco-2 cell monolayers in the present study. Fresh
medium containing 1000 mg/ml Lf was added to both
sides of the cell monolayers and incubated further for
1 h. Subsequently, LPS was added to the basolateral
side at various concentrations. The medium on the
basolateral side of Caco-2 cell monolayers was
replaced with (1) 600 mL HBSS, (2) HBSS with Lf,
or (3) HBSS with 200, 400, or 1000 mg/ml LPS and/
or Lf. TEER was measured using a Millicell-ERS voltohmmeter (Millipore Corp., MA, USA). Cell
monolayers with TEER values below 300 V･cm2 were
not used. Samples were obtained after 2 h by moving
the cell monolayer to a new receiver well containing
fresh HBSS. The samples were diluted with 500 ml
HBSS, and ‰uorescence was determined at 485/528
nm ( excitation / emission ) using a ‰uorometer
(Powerscan HT ‰uorescent plate reader, Dainippon
Sumitomo Pharm Co., Ltd., Osaka, Japan). All the
permeability experiments were performed in triplicate. The TEER values were measured after each ex-

hon p.3 [100%]

No. 9

1365

periment.
Data Analysis
Results have been expressed as
mean±S.D. Statistical analyses were performed using Student's unpaired t-test, and the diŠerences were
considered to be signiˆcant when p＜0.05.
RESULTS
EŠects of LPS and LPS Plus Lf on Cell Viability
In a dose-dependent manner LPS reduced the cell
viability compared with control medium. The percentage cell viability decreased to approximately 30％ of
control medium in 800 and 1000 mg/ml LPS, respectively (Fig. 1). LPS produced marked damage at
higher concentrations. However, at similar concentrations of LPS, the cell viability rates (％) of the
cells preincubated with Lf were signiˆcantly higher
than those of untreated cells ( p＜0.05).

Fig. 1.

EŠects of Lf and LPS Plus Lf on the TJ Barrier of
Caco-2 Cell Monolayers
The eŠects of LPS and
LPS plus Lf on TJ barrier function of Caco-2 cell
monolayers were evaluated by measuring TEER. After the 2-h treatment, TEER was signiˆcantly
decreased at 400 and 1000 mg/ml of LPS compared
with control medium ( p＜0.01). At similar concentrations of LPS, TEER signiˆcantly increased at 400
and 1000 mg/ml of Lf as compared with LPS alone
(respectively, p＜0.05, p＜0.01; Fig. 2).
EŠects of Lf and LPS Plus Lf on FD-4 Permeability of Caco-2 Cell Monolayers
The permeability
activity on the TJ barrier of Caco-2 cell monolayers
was evaluated by measuring the paracellular penetration amount of FD-4 across Caco-2 cell monolayers.
The FD-4 permeability of Caco-2 monolayers increased following incubation with LPS for 2 h (Fig.

EŠects of Lf on LPS-induced Damage in Caco-2 Cells

Values are mean ±S.D. (n＝3). Cell viability (％ of control) was calculated as 100％ in medium.

p＜0.01 compared with LPS alone. □; Lf 0 mg/ml, ; Lf 250 mg/ml, ; Lf 500 mg/ml, ; Lf 1000 mg/ml.
p＜0.05, 

Fig. 2.

EŠects of Lf on Membrane Resistance (TEER) in Caco-2 Cell Monolayer


Values are mean±S.D. (n＝3). 
p＜0.01 compared with control (medium).
# ＜
p 0.05, ##p＜0.01 compared with LPS alone. □; Lf 0 mg/ml, ; Lf 1000 mg/ml.

hon p.4 [100%]

1366

Fig. 3.

Vol. 128 (2008)

EŠects of LPS and LPS plus Lf on Permeability of FD-4 in Caco-2 Cell Monolayer

The permeability was calculated from permeation FD-4 amount after 2 h of incubation and 100％ was the initial amount. Values are mean±S.D. (n＝3). 
p＜
0.05 compared with control (medium). #p ＜0.05 compared with LPS alone, □; LPS＋Lf 0 mg/ml, ; LPS＋Lf 1000 mg/ml.

3). The elevation of permeability by LPS was concentration-dependent; it was statistically signiˆcant at
400 and 1000 mg/ml of LPS (both, p＜0.05). The addition of Lf to control medium, however, signiˆcantly prevented an increase in permeability to FD-4 induced by LPS (respectively, p＜0.01, p＜0.05).
DISCUSSION
An important function of the intestinal epithelia is
to protect against the mucosal penetration of toxic
compounds, bacteria, and bacterial byproducts as
well as dietetic additives present in the intestinal lumen. The TJ acts as a structural barrier against the
paracellular permeation of luminal compounds.15,16)
A disruption of the TJ barrier causes increased
epithelial penetration of toxic luminal substances that
may promote mucosal injury. It is known that bacterial infection induces the impairment of intestinal
mucosal barrier functions, although the mechanisms
by which intestinal infection increases mucosal permeability have not yet been fully elucidated. Speciˆc
bacteria have been shown to damage the epithelium
by releasing exotoxins that act on the tight
junctions.17) On the other hand, in our previous
study, LPS was found to in‰uence transcellular permeability; the expression of the intestinal epithelial
transporter P-glycoprotein and its activity in rats.18)
Lf induces the concentration-dependent functional
modulation of intestinal proliferation and diŠerentiation.19) Lf appears to have an important natural
mechanism for regulating epithelial cell responses to
pathogenic bacteria and in limiting cell damage and
the spread of infections.20) Lf-speciˆc receptors have

been identiˆed in the brush-border membrane of fetal
and infant intestine,21) and Lf receptor abundance
has been reported to signiˆcantly increase with age.22)
Lf receptor is also identiˆed in Caco-2 cell lines.13)
Asida et al. have reported that human Lf is internalized by Caco-2 cells from the apical side and localized
to the nuclei.14) These studies show that Caco-2 cell
lines are useful models for assessing the eŠects of Lf
in the intestine.
On the basis of these ˆndings, we studied the
capability of Lf in reducing the epithelial cell damage
and tight junction opening in Caco-2 cells that
received LPS. Lf showed an inhibitory eŠect on the
decrease in cell viability by LPS (Fig. 1).
We then examined the eŠects of Lf on the barrier
function of the monolayers of Caco-2 cells in vitro.
Paracellular permeability has been correlated with a
decrease in intestinal epithelial resistance.23) The use
of TEER as a measure of the integrity of membrane
barriers has also been reported in studies evaluating
the damage caused by drugs such as fenadine-HCl or
indomethacin.24,25) In addition, TEER measurements
have been reported to indicate the permeablity of cell
monolayers and their barrier properties.26,27) We
therefore used TEER values to monitor the damage
induced by LPS in Caco-2 cell monolayers. The con‰uent Caco-2 cell monolayers cultured for approximately 20 days and used in the experiments were subjected to 0, 200, 400, and 1000 mg/ml LPS in HBSS
from basolateral side for 2 h. Meanwhile, the observation that LPS aŠects the paracellular barrier function only when it interacts with the basolateral surface
of intestinal epithelial cells would have a certain phys-
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iological signiˆcance, because a huge amount of LPS
exists in the animal alimentary canal even under physiological condition.28) Once bacterial translocation
occurs locally under various pathological conditions,
bacterial LPS gaining access to systemic circulation
aŠects barrier function of TJ. When LPS was added
to the basolateral side in our preliminary experiments,
the TEER of Caco-2 cell monolayers in basolateral
side declined more than the apical side. So, in this
study LPS was added to the basolateral side of Caco2 cell monolayers. A signiˆcant damage with a
decrease in TEER was induced in these Caco-2 cell
monolayers by treatment with 400 and 1000 mg/ml
LPS for 2 h (Fig. 2). However, Lf improved the
reduction in TEER by LPS. As well, Lf concentrations used in this study is equal to the milk whey of
breastfeeding mothers.29) An addition of Lf prevented increases in permeability to FD-4 induced by the
proin‰ammatory bacterial product LPS (Fig. 3). In
the present study, we demonstrated that high doses of
LPS had direct cytotoxic eŠects on epithelial cells at
the gastrointestinal surface, resulting in rupture of
epithelial layers and formation of large open wounds
on the epithelial surface. Thus, the LPS-induced increase in TJ permeability may be due to a notable
change in the TJ barrier and may have been caused by
cell death or the formation of large open wounds on
the epithelial surface. As a one of the mechanism, interferon-g and tumor necrosis factor-a produced by
LPS alter the expression and localization of two key
TJ protein, ZO-1 and occludin.11) However, Caco-2
cell monolayer resistance and permeability changes
induced by the LPS treatment were signiˆcantly attenuated by Lf supplementation. On the other hand,
Shoji et al. demonstrated that Lf acts as an antioxidant in intestinal epithelial cells.30) And also, we
found that LPS caused oxidative damage by decreasing superoxide dismutase activity in Caco-2 cells
(data not shown). Additional studies are needed, but
it is conceivable to hypothesize that Lf might play a
role in reducing the oxidative stress induced by LPS.
In conclusion, the results of this study suggest that
Lf may have protective eŠects against LPS-mediated
intestinal mucosal damage and impairment of barrier
function in intestinal epithelial cells.

2)
3)
4)
5)
6)
7)
8)

9)

10)

11)

12)
13)
14)
15)
16)
17)
18)

19)

20)

REFERENCES
1)

Gislason J., Douglas G. C., Hutchens T. W.,
L äonnerdal B., J. Pediatr. Gastroenterol.

21)

Nutr., 21, 3743 (1995).
Davidson L. A., Lonnerdal B., Am. J. Physiol., 257, G930G934 (1989).
Baveye S., Elass E., Mazurier J., Legrand D.,
FEBS Lett., 469, 58 (2000).
Wheeler A. P., Bernard G. R., N. Engl. J.
Med., 340, 207214 (1999).
Ammori B. J., Fitzgerald P., Hawkey P.,
McMahon M. J., Pancreas, 26, 1822 (2003).
Ciancio M. J., Vitiritti L., Dhar A., Chang E.
B., Gastroenterology, 103, 14371443 (1992).
Deitch E. A., Specian R. D., Berg R. D., Crit.
Care Med., 19, 785791 (1991).
Unno N., Wang H., Menconi M. J., Tytgat S.
H., Larkin V., Smith M., Morin M. J., Chavez A., Hodin R. A., Fink M. P., Gastroenterology, 113, 12461257 (1997).
Chavez A. M., Menconi M. J., Hodin R. A.,
Fink M. P., Crit. Care Med., 27, 22462251
(1999).
Laitinen L. A., Tammela P. S., Galkin A.,
Vuorela H. J., Marvola M. L., Vuorela P. M.,
Pharm. Res., 21, 19041916 (2004).
Sappington P. L., Han X., Yang R., Delude
R. L., Fink M. P., J. Pharmacol. Exp. Ther.,
304, 464476 (2003).
Artursson P., Karlsson J., Biochem. Biophys.
Res. Commun., 175, 880885 (1991).
Suzuki Y. A., Shin K., L äonnerdal B., Biochemistry, 40, 1577115779 (2001).
Asida K., Sasaki H., Suzuki Y. A., Lonnerr
B., Biometals., 17, 311315 (2004).
Anderson J. M., Van Itallie C. M., Am. J.
Physiol., 269, G467G475 (1995).
Madara J. L., J. Clin. Invest., 83, 10891094
(1989).
Han X., Fink M. P., Yang R., Delude R. L.,
Shock., 21, 261270 (2004).
Moriguchi J., Kato R., Nakagawa M., Hirotani Y., Ijiri Y., Tanaka K., Eur. J. Pharmacol.,
565, 220224 (2007).
Buccigrossi V., de Marco G., Bruzzese E.,
Ombrato L., Bracale I., Polito G., Guarino
A., Pediatr. Res., 61, 410414 (2007).
Berlutti F., Schippa S., Morea C., Sarli S.,
Perfetto B., Donnarumma G., Valenti P.,
Biochem. Cell Biol., 84, 351357 (2006).
Kawakami H., L äonnerdal B., Am. J. Physiol.,
261, G841G846 (1991).

hon p.6 [100%]

1368

22)

23)
24)

25)

26)

Vol. 128 (2008)

Liao Y., Lopez V., Shaˆzadeh T. B., Halsted
C. H., L äonnerdal B., Comp. Biochem. Physiol. A Mol. Integr. Physiol., 148, 584590
(2007).
Madara J. L., Dharmsathaphorn K., J. Cell
Biol., 101, 21242133 (1985).
Lin H., Gebhardt M., Bian S., Kwon K. A.,
Shim C. K., Chung S. J., Kim D. D., Int. J.
Pharm., 330, 2331 (2007).
Tang A. S., Chikhale P. J., Shah P. K., Borchardt R. T., Pharm. Res., 10, 16201626
(1993).
Hidalgo I. J., Raub T. J., Borchardt R. T.,
Gastroenterology, 96, 736749 (1989).

27)

28)

29)

30)

Grasset E., Pinto M., Dussaulx E., Zweibaum
A., Desjeux J. F., Am. J. Physiol., 247, C260
C267 (1984).
Kimura H., Sawada N., Tobioka H., Isomura
H., Kokai Y., Hirata K., Mori M., J. Cell
Physiol., 171, 284290 (1997).
van der Strate B. W., Harmsen M. C., Sch äafer
P., Swart P. J., The T. H., Jahn G., Speer C.
P., Meijer D. K., Hamprecht K., Clin. Diagn.
Lab. Immunol., 8, 818821 (2001).
Shoji H., Oguchi S., Shinohara K., Shimizu
T., Yamashiro Y., Pediatr. Res., 61, 8992
(2007).

