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a-Tochopherol transfer protein («TTP), a 32kDa protein
exclusively expressed in liver cytosol, has a high binding
affinity for a-tochopherol. The factors that regulate the
expression of hepatic o TTP are not clearly understood. In
this study, we investigated whether or not exposure to
hyperoxia (>95% O, for 48 h) could alter the expression of
hepatic oTTP. We also examined the association between
the expression of antioxidant enzymes (hepatic glutathione
peroxidase (GPX) and Mn-superoxide dismutase (Mn-
SOD)) and the expression of hepatic «TTP. The levels of
thiobarbituric acid-reactive substances (TBARS) in both
plasma and liver were significantly higher after rats were
exposed to hyperoxia for 48h when compared with the
levels in control rats. Northern blotting showed a decrease
in the expression of aTTP messenger RNA (mRNA) after
hyperoxia, although the oTTP protein level remained
constant. Expression of Mn-SOD mRNA and protein, as
well as the expression of GPX mRNA, were stable after
hyperoxia. These findings indicate that mRNA for hepatic
oTTP, rather than Mn-SOD or GPX, may be highly
responsive to oxidative stress.

Keywords: a-Tocopherol; a-Tocopherol transfer protein; Hyper-
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INTRODUCTION

a-Tocopherol is the most biologically active form of
vitamin E, a fat-soluble antioxidant that prevents
lipid peroxidation of cell membranes."! a-Toco-
pherol transfer protein («TTP) is a 32kDa protein
exclusively expressed in liver cytosol which has a

high binding affinity for a-tocopherol.>*! Arita et al.
cloned the oTTP gene in rats and humans, and
demonstrated that it was the causative gene for
familial isolated vitamin E deficiency.**! In normal
individuals, oTTP protein has been shown to
regulate the plasma level of a-tocopherol.l

Hepatic expression of o TTP protein and messen-
ger RNA (mRNA) are decreased in vitamin E-replete
rats, while expression of the mRNA is up-regulated
in vitamin E-depleted rats.”] In addition, the
expression of aTTP protein and mRNA in the liver
is decreased in rats fed a low protein diet. However,
it has also been reported that hepatic expression of
oTTP protein and mRNA was similar in vitamin
E-replete or -depleted rats.!® Furthermore, re-
feeding of an «- or a 8-tocopherol-containing diet
to vitamin E-depleted rats induces the hepatic
expression of « TTP mRNA.!

It is known that the hepatic expression of
cytochrome P 450,"") hemopexin,"! and inducible
nitric oxide synthase (iNOS) was induced in rats
exposed to hyperoxia ( = 95% O, for 48h), while
hepatic glutathione levels were reduced."? The
hepatic level of thiobarbituric acid-reactive sub-
stances (TBARS) was also increased in rats exposed
to hyperoxia.[?!

Our previous study showed that the oTTP
expression was up-regulated in rats with streptozo-
tocin (STZ)-induced diabetes.'* However, the
mechanism involved is unknown because there are
various biochemical changes in rats injected with
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STZ. The levels of malondialdehyde (MDA) and
carbonyls in the liver, kidney, and pancreas were
significantly increased in STZ-treated rats compared
with control rats,!"® which might be related to the
complications of diabetes mellitus. An increase of
total superoxide dismutase (SOD), glutathione
peroxidase (GPX) and catalase activity in these
tissues also suggests the occurrence of adaptation to
oxidative stress.'® In the present study, we
investigated whether or not exposure to hyperoxia
induced the wup-regulation of hepatic oTTP
expression in rats in order to examine the relation-
ship between oxidative stress and oTTP.

MATERIALS AND METHODS

Animals

Ten adult male Wistar rats which were seven months
old weighing about 500 g each were divided into two
groups of five rats (hyperoxia and normal control).
Rats in the hyperoxia group were exposed to >95%
oxygen for 48h in a chamber with continuous
monitoring of the oxygen concentration. Rats in the
normal control group were kept in exposed to room
air. In both groups, rats were allowed free access to
food and drinking water during this experiment. The
animals were sacrificed just after completion of their
exposure to hyperoxia.

Western Blot Analysis

Rats were anesthetized by inhalation of ethyl ether
and their livers were perfused with 0.9% sodium
chloride via the portal vein. The livers were
homogenized in 2.3 volumes of buffer (025M
sucrose, 1mM EDTA, 10mM Tris—HCI, pH 7.4).
The cytosolic fraction was prepared from the
homogenate by ultracentrifugation at 100,000g for
60 min and its protein content was determined by the
method of Lowry. Cytosolic protein (40 pg) was
separated by SDS-PAGE and transferred to a
nitrocellulose membrane. Then Western blotting
was performed as described previously."! The blot
was developed by soaking in a buffer (0.1M
NaHCO; and 1mM MgCl,, pH 9.8) containing
0.3 mg/ml nitroblue tetrazolium and 0.15mg/ml of
5-bromo-4-chloro-3-indolyl phosphate.

Northern Blot Analysis

Total RNA was isolated from each liver according to
the method of Chomczynski and Sacchi.’”! mRNA
was then extracted from the total RNA using a rapid
method for purification of poly (A)*-mRNA by oligo
(dT)-Latex (Takara Co., Ltd, Shiga, ]apan.).“sl The
mRNA (2ug) was run on 1.0% agarose gel,

transferred to a nitrocellulose membrane, and
cross-linked to the membrane by ultraviolet (UV)
irradiation. Northern blot analysis was performed as
described previously.*! The oTTP, Mn-superoxide
dismutase (Mn-SOD), and GPX ¢cDNA probes were
prepared as described previously®'?! and were
radiolabeled by the random primer labeling
method.!! B-actin was used as a control for equal
loading of mRNA. Filters were subsequently
exposed to a Fuji imaging plate (Fuji Photo Film
Co., Ltd, Tokyo, Japan) and the radioactivity of
the signals was quantified using a Fujix BAS-2000
Bio-imaging Analyzer (Fuji Photo Film Co., Ltd).

Assay of a-tocopherol in Plasma and Liver

Plasma was separated from heparinized whole blood
by centrifugation at 800g for 15 min. Plasma and liver
homogenates (0.5ml) were assayed for tocopherol
using high performance liquid chromatography
(HPLC) with electrochemical detection, as described
previously.!?"!

Assay of Lipid Peroxide

Plasma TBARS was determined by the method of
Yagi,*!! while hepatic TBARS was measured by the
method of Uchiyama and Mihara with some
modifications.*!

Assay of Plasma Lipids and Alanine Transaminase
(ALT)

Total lipids (the total of cholesterol, triglycerides and
phospholipid) and ALT activity were determined by
enzymatic assays using commercial kits (Wako Co.,
Ltd, Osaka, Japan).

Histological Examination of the Liver

Livers were fixed in 10% neutral formalin and
routinely processed for light microscopy. Paraffin-
embedded sections were stained with hematoxylin
and eosin before observation.

TABLE I Plasma total lipids, ALT, a-tocopherol and TBARS
levels and liver a-tocopherol and TBARS levels in 48 h hyperoxic
group and control group

Hyperoxia Control

(Plasma)

Total lipids (mg/dl) 366.5 = 31.1 3014 = 21.2
ALT (IU/L) 28719 349 =74
a-Tocopherol (nmol/ml) 151 £ 0.5 125 £1.2
TBARS (nmol/ml) (liver) 122.6 = 38.2* 28.8 £9.0
a-Tocopherol (nmol/g-protein) 289.8 = 31.8 307.5 = 23.2
TBARS (nmol/mg-protein) 56 =+ 1.1* 14=*07

Values represent the mean * SE. Comparison between groups was made by
Mann-Whitney U-test. Asterisk indicates significant difference from
control subjects (p < 0.05).
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FIGURE 1 Histological findings of the liver. (A) Control rat. (B) Hyperoxic rat. (H&E; original magnification X 30).

Statistical Analysis

All results were expressed as the mean * SE.
Differences between groups were assessed by the
Mann-Whitney U-test and a p value less than 0.05
was considered to be significant.

RESULTS

Table I shows the levels of a-tocopherol and TBARS
in plasma and liver as well as the total lipid
and ALT levels in the plasma of hyperoxic and
control rats. Plasma levels of total lipids, ALT,
and a-tocopherol levels, as well as the hepatic
a-tocopherol level, were not different between the
control and hyperoxic groups. However, the TBARS
levels in both plasma and liver from the hyperoxic
group were significantly higher than in the control

group.

(aTTP)
30kD

(Mn-SOD)
20kD

1

Histological examination of the livers did not
show any abnormalities in either group (Fig. 1).

To investigate the effect of hyperoxia on the
expression of hepatic aTTP and antioxidant-related
proteins, we evaluated the expression of oTTP and
Mn-SOD mRNA and protein as well as the
expression of GPX mRNA in rats exposed to
hyperoxia (>95% O) for 3, 6, 24, or 48h, followed
by room air for the subsequent 72h. There were
five rats in each group. Typical results of Western
and Northern blotting are shown in Figs. 2 and 3.
Western blotting showed that the hepatic expression
of oTTP and Mn-SOD protein did not change over
time during hyperoxia (Fig. 2). When the changes of
mRNA expression were analyzed by Northern
blotting, hepatic o« TTP mRNA showed a gradual
decrease during hyperoxia up to 48h and then was
restored to the control level during subsequent
exposure to room air for 72h. In contrast, the
expression of GPX and Mn-SOD mRNA showed no
changes during the experiment (Fig. 3).

- - - - -
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FIGURE 2 Western blot analysis of « TTP and Mn-SOD protein expression in the liver in each group of rats at different times. Lane 1:
control; hyperoxia for 3 (lane 2), 6 (lane 3), 24 (lane 4), or 48 h(lane 5), and 21% oxygen (room air) for 72 h after hyperoxia for 48 h (lane 6).
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FIGURE 3 Northern blot analysis of « TTP, GPX, and Mn-SOD mRNA expression in the liver in each group of rats at different times. Lane
1: control; hyperoxia for 3 (lane 2), 6 (lane 3), 24 (lane 4), or 48 h (lane 5), and 21% oxygen (room air) for 72 h after hyperoxia for 48 h (lane 6).

B-actin was used as a control to ensure equal loading of mRNA.

DISCUSSION

It is well known that the plasma concentration of
a-tocopherol is several times greater than that of
y-tocopherol despite a higher y-tocopherol level in
the diet.!**! This preferential increase of a-tocopherol
is thought to be caused by aTTP in the liver. The
secretion of a-tocopherol by cells expressing oTTP
was found to be more efficient than by similar cells
lacking oTTP in an exFeriment using the hepatoma
cell line McARH7777.1241 However, the factors that
regulate the expression of oTTP have not been
clarified and the relationship between oxidative
stress and o TTP expression has not been examined in
detail. Recently, Arai et al. demonstrated that the
placenta is protected from oxidative stress by
vitamin E during development and that uterine
aTTP may play an important role in governing the
plasma a-tocopherol level, as well as hepatic «TTP,
because pregnant oTTP knockout mice showed a
marked reduction of labyrinthine trophoblasts and
their embryos died at mid-gestation, while admin-
istration of a-tocopherol or a synthetic antioxidant
dietary supplement prevented placental failure and
allowed full-term pregnancy.'””! We have previously
investigated factors affecting the levels of oTTP
protein and mRNA, and we found that the vitamin E
nutritional status can influence aTTP expression. We
also found that rats with streptozotocin (STZ)-
induced diabetes showed an increase of both oTTP
protein and mRNA. These facts suggested that
oxidative stress in STZ-induced diabetic rats might
stimulate signal transduction and increase the
expression of oTTP to elevate the circulating level
of a-tocopherol. Therefore, we investigated another
animal model of oxidative stress in the present study.

Exposure to hyperoxia was previously used to
investigate oxidative brain injury in rats.!®!

In the present study, both plasma and liver TBARS
levels were significantly increased in rats exposed to
hyperoxia for 48h when compared to control rats,
suggesting that peroxidation occurred in the hyper-
oxic animals. This finding was consistent with the
report of Schweich et al.l'¥ Rats exposed to
hyperoxia for 48h showed normal biochemical
parameters and hepatic histology, but rats exposed
for 72h developed severe liver damage leading to
death (data not shown). There have been several
reports'*7*?°! regarding the effect of oxidative
stress in rats exposed to hyperoxia for 48 h. There-
fore, we performed the hyperoxic experiment for
48 h.

We found that the oTTP protein level was not
significantly altered, although the mRNA level
gradually decreased in rats exposed to hyperoxia
for up to 48h and was restored to the pre-exposure
level at three days after the cessation of hyperoxia.
This findings suggested the possible stability of
aTTP protein. The discrepancy between the
expression of aTTP protein and mRNA may be due
to slow hepatic turnover of the protein, which means
that the protein level was not affected by mRNA
degradation after 48h of hyperoxia. Likewise,
plasma and liver a-tocopherol levels did not differ
between control and rats exposed to hyperoxia for
48h because oTTP protein expression was constant
during the experiment.

The discrepancy between the expression of o TTP
in rats exposed to hyperoxia and rats injected with
STZ was probably due to the difference in the type of
stress, and the increase of aTTP expression in rats
injected with STZ may be due to effects other than
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oxidative stress such as hyperglycemia or
hyperlipidemia.

Frank reported an increase of pulmonaly SOD,
glutathione reductase (GR), glutathine peroxidase
(GPX) activity, and glutathione (GSH) in neonatal
rats during oxygen challenge, suggesting that this
may be the basis for their increased tolerance of
hyperoxic lung injury when compared with
adults.”! We found no change of hepatic oTTP
and Mn-SOD protein levels in rats exposed to
hyperoxia for 48h. In contrast, there was a time-
dependent decrease of o TTP mRNA, although there
were no change of GPX and Mn-SOD mRNA. The
lack of any change in Mn-SOD and GPX during
hyperoxia was consistent with Frank’s report, except
that we examined liver enzymes. Our findings
suggested that the « TTP mRNA was more sensitive
to hyperoxia than Mn-SOD or GPX mRNA.
However, we currently have no evidence that the
down-regulation of oTTP mRNA is induced by
oxidative signal transduction.

In conclusion, we speculate that mRNA for
antioxidant enzymes shows stability in the presence
of oxidative stress, while «TTP mRNA expression is
highly sensitive to oxidative stress, although the
mechanism by which oxidative stress influences
hepatic expression of aTTP mRNA is still unclear.
Oxidative stress may be one of the factors that
regulates oTTP expression, but further studies are
needed to understand the physiological significance
of these findings.

Acknowledgements

We thank Drs M. Mino, H. Tanaka, N. Kawamura,
K. Hirano, M. Nitta, and S. Oue for their assistance
and advice, M. Kobayashi and Y. Fujita for excellent
technical assistance, and Dr K. Suzuki for providing
GPX ¢cDNA and the Mn-SOD ¢DNA and antibody.
We are grateful to Dr S. Urano for advice and
technical support. We are also grateful to Drs H. Arai,
M. Arita, and M. Horiguchi for advice, for providing
the oTTP ¢cDNA and antibody, and for technical
support.

References

[1] Kayden, H.J. and Traber, M.G. (1993) “Absorption, lipopro-
tein transport, and regulation of plasma concentrations of
vitamin E in humans”, |. Lipid Res. 34, 343-358.

[2] Sato, Y., Arai, H., Miyata, A., Tokita, S., Yamamoto, K,
Tanabe, T. and Inoue, K. (1993) “Primary structure of
a-tocopherol transfer protein from rat liver-homology with
cellular retinaldehyde-binding protein”, J. Biol. Chem. 268,
17705-17710.

[3] Yoshida, H., Yusin, M., Ren, I., Kuhlenkamp, J., Hirano, T.,
Stolz, A. and Kaplowitz, N. (1992) “Identification, purifi-
cation, and immunochemical characterization of a toco-
pherol-binding protein in rat liver cytosol”, . Lipid Res. 33,
343-350.

[4] Arita, M., Sato, Y., Miyata, A., Tanabe, T., Takahashi, E.,
Kayden, H.J., Arai, H. and Inoue, K. (1995) “Human
a-tocopherol transfer protein: ¢cDNA cloning, expression
and chromosomal localization”, Biochem. ]. 306, 437—-443.

[5] Ouahchi, K., Arita, M., Kayden, H.J., Hentanti, F., Hamida,
M.B., Sokol, R., Arai, H., Inoue, K., Mandel, J.L. and Koening,
M. (1995) “Ataxia with isolated vitamin E deficiency is caused
by mutations in the a-tocopherol transfer protein”, Nat. Genet.
9, 141-145.

[6] Traber, M.G., Ramakrishnan, R. and Kayden, H.J. (1994)
“Human plasma vitamin E kinetics demonstrate rapid
recycling of plasma RRR-a-tocopherol”, Proc. Natl Acad. Sci.
USA 91, 10005-10008.

[7] Kim, H.S., Arai, H., Arita, M., Sato, Y., Ogihara, T., Inoue, K.,
Mino, M. and Tamai, H. (1998) “Effect of a-tocopherol status
on a-tocopherol transfer protein expression and its messen-
ger RNA level in rat liver”, Free Radic. Res. 28, 87-92.

[8] Shaw, HM. and Huang, CJ. (1998) “Liver a-tocopherol
transfer protein and its mRNA are differentially altered by
dietary vitamin E deficiency and protein insufficiency in
rats”, J. Nutr. 128, 2348-2354.

[9] Fechner, H., Schlame, M., Guthmann, F., Stevens, P.A. and
Rustow, B. (1998) “8- and a-tocopherol induce expression of
hepatic a-tocopherol-transfer-protein mRNA”, Biochem. ].
331, 577-581.

[10] Gonder, J., Proctor, R. and Will, J. (1985) “Genetic differences
in oxygen toxicity are correlated with cytochrome P450
inducibility”, Proc. Natl Acad. Sci. USA 82, 6315-6319.

[11] Nikkila, H., Gitlin, J.D. and Muller-Eberhard, U. (1991) “Rat
hemopexin. Molecular cloning, primary structural character-
ization, and analysis of gene expression”, Biochemistry 30,
823-829.

[12] Miralles, C., Busquets, X., Santos, C., Togores, B., Hussain, S.,
Rahman, 1., MacNee, W. and Agusti, A.G. (2000) “Regulation
of iNOS expression and glutathione levels in rat liver by
oxygen tension”, FEBS Lett. 476, 253-257.

[13] Schweich, M.D., Gosselain, J., Lison, D. and Lauwerys, R.
(1995) “Effect of oxygen concentration on production of
ethane and thiobarbituric acid-reactive substances by
peroxidizing lung and liver homogenates and formation of
ethanol by peroxidizing docosahexaenoic acid preparations
under hyperoxic conditions”, ]. Toxicol. Environ. Health 46,
23-29.

[14] Tamai, H., Kim, H.S., Hozumi, M., Kuno, T., Murata, T. and
Morinobu, T. (2000) “Plasma a-tocopherol level in diabetes
mellitus”, Bio Factors 11, 7-9.

[15] Jang, Y.Y., Song, ].H., Shin, Y.K., Han, E.S. and Lee, C.S. (2000)
“Protective effect of boldine on oxidative mitochondrial
damage in streptozotocin-induced diabetic rats”, Pharmacol.
Res. 42, 361-371.

[16] Kakkar, R., Mantha, S.V., Radhi, J., Prasad, K. and Kalra, ]J.
(1998) “Increased oxidative stress in rat liver and pancreas
during progression of streptozotocin-induced diabetes”, Clin.
Sci. 12, 115-119.

[17] Chomczinski, P. and Sacchi, N. (1987) “Single-step method of
RNA isolation by acid guanidium thiocyanate—phenol-
chloroform extraction”, Anal. Biochem. 162, 156—159.

[18] Kuribayashi, K., Hikata, M., Hiraoka, O., Miyamoto, C. and
Furuichi, Y. (1988) “A rapid and efficient purification of poly
(A)*-mRNA by oligo (dT)-Latex”, Nucleic Acids Res. Symp.
Ser. 19, 61-64.

[19] Kayanoki, Y., Fujii, J., Suzuki, K., Kawata, S., Matsuzawa, Y.
and Taniguchi, N. (1994) “Suppression of antioxidative
enzyme expression by transforming growth factor-g1 in rat
hepotocytes”, J. Biol. Chem. 269, 15488-15492.

[20] Tamai, H., Manago, M., Yokota, K. and Mino, M. (1988)
“Determination of a-tocopherol in baccal mucosal cells using
an electrochemical detector”, Int. |. Vitam. Nutr. Res. 58,
202-207.

[21] Yagi, K. (1984) “Assay for blood plasma or serum”, Methods
Enzymol. 105, 328-331.

[22] Uchiyama, M. and Mihara, M. (1978) “Determination of
malonaldehyde precursor in tissues by thiobarbituric acid
test”, Anal. Biochem. 86, 271-278.

[23] Behrens, W.A. and Madere, R. (1986) “Alpha- and gamma
tocopherol concentrations in human serum”, J. Am. College
Nutr. 5, 91-96.

RIGHTS LI MN iy



Free Radic Res Downloaded from informahealthcare.com by Library of Health Sci-Univ of 1l on 11/25/11

For personal use only.

938

R. BAN et al.

[24] Arita, M., Nomura, K., Arai, H. and Inoue, K. (1997) “Alpha-

tocopherol transfer protein stimulates the secretion of alpha-
tocopherol from a cultured liver cell line thorough a brefeldin
A-insensitive pathway”, Proc. Natl Acad. Sci. USA 94,
12437-12441.

[25] Jishage, K., Arita, M., Igarashi, K., Iwata, T., Watanabe, M.,

Ogawa, M., Ueda, O., Kamada, N., Inoue, K., Arai, H. and
Suzuki, H. (2001) “Alpha-tocopherol transfer protein is

[26]

[27]

important for the normal development of placental labyrin-
thine trophoblasts in mice”, J. Biol. Chem. 276, 1669-1672.
Urano, S., Asai, Y., Makabe, S., Matsuo, M., Izumiyama, N.,
Ohtsubo, K. and Endo, T. (1997) “Oxidative injury of synapse
and alteration of antioxidative defence systems in rats, and its
prevention by vitamin E”, Eur. ]. Biochem. 245, 64-70.

Yam, J., Frank, L. and Roberts, R.L. (1978) “Oxygen toxicity:
comparison of lung biochemical response in neonatal and
adult rats”, Pediatr. Res. 12, 115-119.

RIGHTS LI MN iy



