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G-CSF to the ¢sf3r’~ mice. If G-CSF functions through
other receptors, the addition of G-CSF should still improve
the skeletal muscle regeneration of ¢sf3r~/~ mice. Exogenous
G-CSF administration didn’t improve skeletal muscle regen-
eration (Fig. 5 f). The numbers of regenerating myocytes in

the regenerating skeletal muscles were measured. G-CSF ad-
ministration significantly increased the numbers of regenerat-
ing myocytes in the csf3r*/* mice but not in the ¢sf3r~'~ mice
(Fig.5 g). Functional recovery was assessed by measuring hand-
grip strength after cardiotoxin injection into forearm muscles.
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Figure 5. The csf3r/~ mouse shows impaired skeletal muscle development and regeneration. (a) Hematoxylin and eosin staining of the rectus
femoris of a wild-type mouse and a csf3r~/~ mouse. (b) Quantitative analysis of the areas of the skeletal myocyte sections in the wild-type and csf3r-/~
mice. (c) The diameter of the rectus femoris is shown. (d) Hematoxylin and eosin staining of the cardiotoxin-injured skeletal muscles of the wild-type and
csf3r-'~ mice at 7 and 14 d after injury. (e) Numbers of regenerating myocytes that have centrally located nuclei on-days 7 and 14 after injury in the
regenerating skeletal muscles of the wild-type and csf3r~/~ mice. 20 visual fields per individual mice were observed in the rectus femoris. (f) Effects of
extrinsic G-CSF administration on cardiotoxin-induced muscle injury in the wild-type and ¢sf3r~/~ mice. Hematoxylin and eosin staining of injured skel-
etal muscle on day 7 after cardiotoxin injection is shown. (g) Effect of extrinsic G-CSF administration on cardiotoxin-induced skeletal myocyte injury, as
assessed by the numbers of regenerating myocytes. 20 visual fields per individual mice were observed in the rectus femoris at 14 d after cardiotoxin
injection. (b, ¢, e, and g) Error bars present mean + SD (%, P < 0.05). (h) Handgrip strengths of cardiotoxin-injected csf3r~/~ mice with or without G-CSF
treatment. Results in a-h are from eight independent experiments.
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G-CSF administration didn’t confer functional recovery on
day 5 or 7 after injury (Fig. 5 h).To elucidate precise myo-
blast function, we also examined the proliferation ability of
esf3r~'~ myoblasts in vitro. The csf3r~/~ myoblasts showed sig-
nificant decreased proliferation ability (Fig. S1 c). However, the
expression of myocyte differentiation marker was not altered,
which indicates that myocyte differentiation ability was not im-
paired in ¢sf3r~/~ myoblasts (Fig. S1 d).

G-CSFR-expressing BM cells do not recover skeletal muscle
regeneration in the csf3r-/~ mouse

To clarify the involvement of hematopoietic cells or BM cells
in the impairment of skeletal muscle regeneration, we trans-
planted the BM cells from ¢sf3r*/* mice, which constitutively
expressed GFP, to the ¢sf3r~/~ mice (Fig. 6 a) 60 d before
cardiotoxin-induced injury. In all the mice, the BM cells sta-
bly engrafted, and chimerism was >80%, as assessed by FACS
(Fig. S3 a). After cardiotoxin injection into forearm muscles,
the ¢sf3r™/~ mice that were transplanted with BM cells from
esf3r/* mice didn’t show any improvement in gross morphol-
ogy, the number of central cells, and handgrip strength after
G-CSF treatment (Fig. 6, b—d). Moreover, the diameter of
rectus femoris in these mice wasn’t improved by G-CSF treat-
ment after cardiotoxin injection into the rectus femoris mus-
cles (Fig. 6 €). These mice showed no significant improvement
in the regeneration by G-CSF treatment, and myocyte area
was not altered by G-CSF treatment either (Fig. S3 b).

Next, we performed the BM transplantation experiment
in reverse; the BM cells from ¢sf3r~/~ mice were transplanted
into ¢sf3r*/* mice. In these mice, skeletal muscle injury was
generated, and regeneration was induced with G-CSF (Fig, 6 f).
G-CSF treatment markedly improved gross morphology, the
number of central cells, and handgrip strength after cardio-
toxin injection into forearm muscles (Fig. 6, g—i) and in-
creased the diameter of the rectus femoris after cardiotoxin
injection into the rectus femoris muscles (Fig. 6 j). These
mice showed more regeneration, and mean myocyte area was
decreased by G-CSF treatment (Fig. S3 c). These results in-
dicate that G-CSF promotion of skeletal muscle regenera-
tion is a direct effect on skeletal muscle and isn't mediated by
BM cells.

DISCUSSION

This study demonstrates that G-CSF and G-CSFR play piv-
otal roles in skeletal myocyte development and regeneration.
Interestingly, this mechanism about G-CSF and G-CSFR is
conserved between embryonic skeletal myocyte development
and adult skeletal myocyte regeneration. G-CSFR_ is tran-
siently but strongly expressed in myoblasts during develop-
ment. The total mass of skeletal muscle is lower in csf3r/~
mice than in ¢sf3r"/* mice, which means that G-CSF and
G-CSFR signaling are essential for proper skeletal muscle
development. G-CSFR is also expressed in the regenerating
adult myocyte. G-CSF stimulates these G-CSFR-expressing
myoblasts and promotes skeletal muscle regeneration after in-
Jury. The ¢sf3r™'~ mice showed drastic impairment of skeletal
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muscle regeneration, which suggests that G-CSF is critical for
skeletal muscle regeneration.

During development, early muscle progenitor cells are
characterized by Pax3 and Pax7 expression. Pax3 and Pax7
cooperatively specify the muscle progenitor pool because in
mice deficient for both Pax3 and Pax7, all muscle progenitor
cells are absent (Kassar-Duchossoy et al., 2005; Relaix et al.,
2005). Once specified, muscle progenitor cells either prolifer-
ate or exit the cell cycle to undergo terminal differentiation.
The latter process requires the activation of MR Fs (Sabourin
and Rudnicki, 2000). G-CSFR was expressed in cells that
expressed MRFs but not in early muscle progenitor cells.
Therefore, we speculate that rather than inducing early progeni-
tor cells to increase the skeletal muscle stem cell pool, G-CSF
causes late progenitor cells to adopt muscle mass requirement.
In adult skeletal muscle, myogenic progenitor cells, which are
characterized by the expression of MyoD, Myf5, or MRF4,
and myoblasts, which are characterized by MyoD and Myf5
expression, are known as transient-amplifying cells (Weintraub,
1993; Shi and Garry, 2006; Kuang and Rudnicki, 2008;
Biressi and Rando, 2010). We found that in the adult stage,
G-CSFR was expressed in myoblasts, and G-CSF increased
myocyte proliferation.

G-CSF is a hematopoietic cytokine that recruits hemato-
poietic cells (Cottler-Fox et al., 2003). The contribution of
BM cells to muscle regeneration has been documented (Ferrari
et al., 1998; Gussoni et al., 1999; LaBarge and Blau, 2002).
To exclude the possibility that hematopoietic cells and BM
mesenchymal stem cells affect skeletal muscle regeneration in
response to G-CSE we transferred wild-type BM cells to
¢sf3r~/~ mice. In these mice, the skeletal myocytes didn’t ex-
press G-CSFR, whereas the BM cells expressed G-CSFR.. If
BM cells contributed to skeletal muscle regeneration, these
mice would show normal or improved regeneration abilities.
However, they didn’t show skeletal muscle regeneration in
response to G-CSE This finding is consistent with a report
that stromal progenitor cells are mobilized by vascular endo-
thelial growth factor but not by G-CSF (Pitchford et al.,
2009). We assume that the contribution of BM cells to
G-CSF-mediated skeletal muscle regeneration is negligible.

Skeletal muscle regeneration is a complex process that re-
mains to be fully understood. After muscle injury, disruption
of the myofiber plasma membrane initiates an influx of extra-
cellular calcium, leading to calcium-dependent proteolysis,
which results in necrosis and degeneration of the myofibers.
Several signals released from the degenerating myocytes
attract and activate inflammatory cells, which secrete cytokines.
Neutrophils are the first inflammatory cells to reach the in-
Jured myofibers, followed by macrophages, which phagocyte
the degenerating muscle fibers (Chargé and Rudnicki, 2004).
Satellite cells and macrophages interact to amplify chemotaxis
and enhance inflammation. Monocytes and macrophages may
support satellite cell survival by cell—cell contacts and the re-
lease of soluble factors (Chazaud et al., 2003). In addition, mono-
cyte and macrophage infiltration leads to increased satellite
cell proliferation and differentiation (Lescaudron et al., 1999).
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Based on our results, we speculate that macrophages are ~ (Hareng and Hartung, 2002). Although previous studies

not only important for the resolution of necrosis but also in-  showed that G-CSF seems to have some positive effects on

volved in the induction of muscle regeneration. These leuko-  skeletal muscle regeneration, it's not clear how G-CSF affects

cytes secrete G-CSF in the presence of appropriate stimuli  skeletal muscle regeneration, and especially the involvement
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Figure 6. Effect of transplanted G-CSFR-expressing BM cells on skeletal muscle regeneration. (a) Experimental model of BM transplantation 1.

BM cells were isolated from GFP-transgenic (Tg) mice and transplanted into the csf3r~/~ mice. Cardiotoxin was injected into the rectus femoris, and G-CSF was
administered on days 4 and 6. (b-¢) Effects of G-CSF on skeletal muscle regeneration of csf3r~/~ mice subjected to cardiotoxin-induced skeletal myocyte
injury and transplanted with wild-type BM (from GFP-transgenic mice). (b) Hematoxylin and eosin staining of the cardiotoxin-injured skeletal muscles at 7 d
after injury. (c) Effect of extrinsic G-CSF administration on cardiotoxin-induced skeletal myocyte injury, as assessed by the numbers of regenerating myocytes.
20 visual fields per individual mice were observed in the rectus femoris at 14 d after cardiotoxin injection. (d and €) Effects of G-CSF on the handgrip strengtn
(d) and rectus femoris diameter at 14 d () are negligible. (f) Experimental model of BM transplantation 2. BM cells were isolated from csf3r~/~ mice and
transplanted into the wild-type (csf3r/*) mice. (g) Hematoxylin and eosin staining of the cardiotoxin-injured skeletal muscles at 7 d after injury. (h) Effect of
extrinsic G-CSF administration on cardiotoxin-induced skeletal myocyte injury, as assessed by tne numbers of regenerating myocytes. 20 visual fields per
individual mice were observed in the rectus femoris at 14 d after cardiotoxin injection. (i and j) Effects of G-CSF on the handgrip strength (i) and rectus femo-
ris diameter at 14.d (j). (c, e, and h-j) Error bars present mean + SD (*, P < 0.05). Results in b-e and g-j are from eight independent experiments.
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of G-CSFR is not well understood (Stratos et al., 2007; Naito
et al., 2009). We proved that BM-derived cells were not di-
rectly involved in skeletal muscle regeneration by G-CSF;
however, BM-derived cells expressing G-CSF ligand can stim-
ulate skeletal muscle proliferation through myoblast-specific ex-
pression of G-CSFR. This study demonstrates for the first
time that the factors involved in the inflammatory process
switch on the process of skeletal muscle regeneration.

Clinically, G-CSF is used to treat patients with neutrope-
nia resulting from immunosuppressive chemotherapy, severe
congenital neutropenia, life-threatening infections, and stem
cell harvesting (Hammond et al., 1989; Molineux et al., 1990;
Welte et al., 1996). Interestingly, myalgia is one of the main
side effects of G-CSF administration in humans (Taylor et al.,
1989). We may speculate that innate skeletal muscle regener-
ates itself to some extent to adapt the physiological turn over,
that G-CSF injection stimulates small population of these
skeletal myoblasts, and that the burst of skeletal myocyte pro-
liferation gives rise to myalgia. The safety and side effects of
G-CSF have been studied in several clinical settings (Anderlini
and Champlin, 2008). Therefore, a clinical trial of G-CSF for
human skeletal muscle injury may be warranted. The results of
this study underline the importance of G-CSF in skeletal muscle
development and regeneration and strengthen the case for
using G-CSF as a skeletal muscle regeneration therapy.

MATERIALS AND METHODS

Whole-mount in situ hybridization. Mouse embryos were removed
from wild-type Institute of Cancer Research pregnant mice on E10.5.
Whole-mount in situ hybridization was performed as described previously
(Yuasa et al., 2003).The full-length cDNAs for mouse c-tuet, pax3, myoD, and
mif4 (available from GenBank/EMBL/DDB]J under accession numbers
NM_008591, NM_001159520, NM_010866, and NM_008657 [listed as
myf6], respectively) were provided by M.E. Buckingham (Pasteur Institute,
Paris, France). The full-length cDNA for mouse csf3r (GenBank accession
number NM_007782) was provided by S. Nagata (Osaka University, Suita,
Osaka, Japan; Fukunaga et al., 1990). The probes were generated using T3 or
T7 RNA polymerase.

Animals. The myf5 nlacZ mice were a gift from S.Tajbakhsh (Pasteur Institute;
Tajbakhsh et al., 1996). The csf3r /" mice were a gift from D.C. Link
(Washington University School of Medicine, St. Louis, MO; Richards et al.,
2003). All the experimental procedures and protocols were approved by the
Animal Care and Use Committee of Keio University and conformed to
the National Institutes of Health Guidelines for the Care and Use of Labora-
tory Animals.

Immunofluorescence. Mouse embryos on E8.5, E9.5, E10.5, and E11.5
were fixed in 4% paraformaldehyde for 3 h and embedded in Tissue-Tek
OCT (Sakura) for frozen sectioning. The samples were incubated with Triton
X-100 for 5 min at room temperature, washed, and incubated with the fol-
lowing primary antibodies: anti-G-CSFR (1:50; Santa Cruz Biotechnology,
Inc.), anti-Pax3 (1:200; American Type Culture Collection), anti-Pax7 (1:530;
R&D Systems), anti-MyoD (1:30; Dako), antimyogenin (1:30; Santa Cruz
Biotechnology, Inc.), antidesmin (Dako), anti-G-CSF (1:50;\Santa Cruz Bio-
technology, Inc.), anu-a-actinin (1:1,000; Sigmd-Aldrich), and anti-GAPDH
(1:200; Santa Cruz Biotechnology, Inc.). After overnight incubation, bound
antibodies were visualized with a secondary anubody conjugated to Alexa
Fluor 488 or 546 (Invitrogen). Nuclei were stained with DAPI (Invitrogen).
For BrdU staining, a BrdU labeling kit (Roche) was used. After antigen
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retrieval using HistoVT One (L6F9587; Nacalai Tesque) and blocking, BrdU
staining was performed as described in the manufacturer’s protocol.

Myoblast culturing. C2C12 mouse myoblasts (American Type Culture
Collection) were cultured in DME/10% FBS (Invitrogen). The medium was
replaced with DME/2% horse serum (Invitrogen) to induce differentiation.
Recombinant mouse G-CSF (R&D Systems) was added on the indicated
days. [nhibition of G-CSF signaling was analyzed by administering an anti-
G-CSFR neutralizing antibody (R&D Systems).

Western blotting. C2C12 cells were treated with G-CSE Cell extracts were
prepared at 0, 5, 10, 15, 30, 45, and 60 min after G-CSF stimulation. Protein
lysates were resolved by SDS-PAGE and transferred to a polyvinylidene
fluoride membrane, followed by immunoblotting with anti-phospho-
STAT3, anti-phospho-AKT, anti-phospho-ERX, anti-phospho-JNK, and anti—
phospho-p38MAPK antibodies (all from Cell Signaling Technology) and
horseradish peroxidase—conjugated anti IgG, followed by development with
the SuperSignal West Pico Chemiluminescent reagent (Thermo Fisher Sci-
entific). The same membrane was retrieved and reblotted with anti-STAT3,
anti-AKT, anti-ERK, ant-JNK, and anti-p38MAPK antibodies (all from
Cell Signaling Technology), respectively.

Luciferase analysis. C2C12 cells plated in DME were transfected with
Lipofectamine (Invitrogen) according to the manufacturer’s instructions. The
APRE luciferase plasmid was provided by A. Yoshimura (Keio University,
Shinjuku, Tokyo, Japan) and used at a dosage of 100 ng. The administered
dosages of G-CSF were 37.5, 125.0, and 375.0 pg/ml. CMV-Renilla luciferase
was used as an internal control to normalize for variations in transfection
efficiency. All of the proteins were expressed at similar levels, as confirmed by
Western blotting.

Skeletal muscle injury model. 10 uM cardiotoxin (Naja mossambica moss-
ambica; Sigma-Aldrich) diluted in 100 ul PBS was injected into the rectus
femoris muscles of BL6/] mice using a 27-gauge needle and a 1-ml syringe.
The needle was inserted deep into the rectus femoris longitudinally to the
knee. Cardiotoxin was injected along the length of the muscle. The mice in
the control group were injected with 100 pl PBS. Mice (treated and control
groups) were sacrificed at various time points after cardiotoxin injection, and
blood samples (1.0-1.5 ml from each mouse) were collected in heparin-
rinsed syringes.

Handgrip strength testing. 10 puM cardiotoxin (Sigma-Aldrich) diluted in
100 pl PBS was injected into forearm muscles of BL6/] mice. Five training
sessions were performed during which the animals were held, facing the bar
of the grip strength meter (Muromachi Kikai), while the forearm was gently
restrained by the experimenter. When the unrestrained forepaw is brought
into contact with the bar of the grip strength meter, the animal grasps the bar,
after which the animal is gently pulled away from the device. The grip
strength meter measures the maximal force applied before the animal released
the bar.

BM transplantation. BM cells were harvested from 8-wk-old enhanced
GFP (EGFP)-transgenic mice. After irradiation with a single dose of 9.0 Gy,
the unfractionated EGEP* BM cells (1 x 10° cells) were injected via the tail
vein, as described previously (Kawada et al., 2006). To assess chimerism,
peripheral blood cells were collected from the recipient mice 60 d after BM
transplantation, and the frequency of EGFP* cells in the population of
peripheral nucleated blood ¢ells was determined in a FACS sorter (BD) after
hemolysis was induced with ammonium chloride to eliminate erythrocytes.

Statistical analysis. The data were analyzed using the StatView J-4.5 soft-
ware (SAS Institute, Inc.). Values are reported as means + SD. Comparisons
among groups were performed by one-way analysis of variance. Scheffe’s F
test was used to determine the level of significance. The probability level
accepted for significance was P < 0.05.
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Online supplemental material. Fig. S1 shows the effect of G-CSF on
myoblast differentiation in C2C12 cells and myoblasts harvested from csf3r*"*
and wild-type mice. Fig. S2 shows histological analysis of cardiotoxin-injured
skeletal muscle from day 1 to 28. Fig. S3 shows the chimerism of hematopoi-
etic cells before and after BM cell transplantation and quantitative analysis of
the areas of the skeletal myocyte sections in the ¢sf3r’~ and csf3r”/* mice
with BM transplantation. Online supplemental material is available at
http://www.jem.org/cgi/content/full/jem.20101059/DC1.
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Abstract

Mitochondria combine the production of energy with an efficient chain of reduction-oxidation (redox) reactions but also with the unavoidable production of
reactive oxygen species. Oxidative stress leading to mitochondrial dysfunction is a critical factor in many diseases, such as cancer and neurodegenerative and
lifestyle-related diseases. Effective antioxidants thus offer great therapeutic and preventive promise. Investigating the efficacy of antioxidants, we found that a
carotenoid, astaxanthin (AX), decreased physiologically occurring oxidative stress and protected cultured cells against strong oxidative stress induced with a
respiratory inhibitor. Moreover, AX improved maintenance of a high mitochondrial membrane potential and stimulated respiration. Investigating how AX
stimulates and interacts with mitochondria, a redox-sensitive fluorescent protein (roGFP1) was stably expressed in the cytosol and mitochondrial matrix to
measure the redox state in the respective compartments. AX at nanomolar concentrations was effective in maintaining mitochondria in a reduced state.
Additionally, AX improved the ability of mitochondria to remain in a reduced state under oxidative challenge. Taken together, these results suggest that AX is
effective in improving mitochondrial function through retaining mitochondria in the reduced state.
© 2010 Elsevier Inc. All rights reserved.

Keywords: Oxidative stress; Mitochondrial membrane potential; Oxygen consumption; Redox-sensitive GFP; Astaxanthin; Metabolic syndrome

1. Introduction effects. This attractiveness has on one hand led a multi-billion dollar
supplement industry often based on anecdotal evidence [13,14] and,
Oxidative stress is involved in the pathogenesis of atherosclerosis on the other hand, to large-scale clinical trials to determine efficacy,
[12], cancer [3], diabetes [4,5], neurodegenerative [6-8] and other often with disappointing results [15,16]. Selecting the most promising
diseases, as well as in the aging process itself. Antioxidant treatment substances is therefore important to avoid costly failures [17].
has therefore great promise in alleviating some of the detrimental Cellular reduction-oxidation (redox) state is directly affected in
effects of oxidative stress [9], and several types of antioxidants conditions of oxidative stress, and depletion of endogenous antiox-
stimulate lipid oxidation, which may have merit in improving idants plays a critical role in disease progression [18]. Genetically
metabolic syndrome [10-12]. A huge selection of both natural and encoded indicators can be targeted to specific organelles of interest
synthetic antioxidants is available and can be ingested easily with, in and expressed in a wide variety of cells and organisms [19]. The
the case of food-derived antioxidants, little concern about adverse side indicator used in this work, redox-sensitive green fluorescent proteins

(roGFP1), allows the real-time visualization of the oxidation state of
the indicator [20,21]. In roGFP1 (GFP with mutations C48S, S147C, and
Q204C), two surface-exposed cysteines are placed at Positions 147
and 204 on adjacent 3-strands close to the chromophore. Disulfide
formation between the cysteine residues promotes protonation of the

Abbreviations: AX, astaxanthin; CCD, charge-coupled device; DCF, 2/,7'-
dichlorofluorescein; DMEM/F12, Dulbecco's modified Eagle medium/F-12
nutrient mixture; DNP, 2,4-dinitrophenol; FBS, fetal bovine serum; GFP, green

t . o .

fluorescent protein; H,DCFDA, 2',7'-dichlorodihydrofluorescein diacetate; JC- Z}(l);)om::]pl::l:fh:nei lncrea[s)?stht:e ez’:(cl;a;;(l_’n“gsgercl:;u?hge;l;ozegf

1. 5,5'.6,6’-tetrachloro-1,1",3,3'-tetraethylbenzimidazolylcarbocyanine i pe'nsg p .

iodide; N.A. numerical aperture; PBS, phosphate buffered saline: roGFP, fluorescence from excitation at 400 and 490 nm indicate the extent of

redox-sensitive green fluorescent protein; TMRM, tetramethyl rhodamine oxidation a.nd.thus the redox potential while ca.r}cgllng out the

methyl ester. amount of indicator and the absolute optical sensitivity [20,21]. In
* Corresponding author. Tel.: +8144 733 9267; fax; +81 44 733 9268. contrast to its close cousin roGFP2, roGFP1 also offers the advantage to
E-mail address: ohta@nms.ac.jp (S. Ohta). be insensitive to variations in pH [21].

0955-2863/$ - see front matter © 2010 Elsevier Inc. All rights reserved.
doi:10.1016/j.jnutbin.2009.01.011
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Astaxanthin (AX), a red-orange carotenoid pigment, is a powerful
antioxidant that occurs naturally in a wide variety of living organisms
and has positive effects on cancer, diabetes, the immune system, and
ocular health [22]. Health benefits such as cardiovascular disease
prevention, immune system boosting, bioactivity against Helicobacter
pylori, and cataract prevention have been associated with AX [23].
Oral supplementation of a synthetic AX derivative reduced lipid
peroxidation levels and provided significant cardioprotection, con-
sistent with its lipophilic nature and in vitro antioxidant properties
[24]. However, the concentrations of AX used in these studies were
generally much higher than what can be achieved using supplemen-
tation [25] or dietary intervention [26]. We investigated how AX could
exert an antioxidant effect in a concentration range chosen close to
what can be achieved using supplements and/or diet.

2. Materials and methods
2.1. Cell culture

Hela human cervical cancer cells were maintained in Dulbecco’'s modified Eagle
medium/F-12 nutrient mixture (DMEM/F12) medium (Invitrogen Japan K.K.) supple-
mented with 10% fetal bovine serum (FBS). Undifferentiated PC12 rat pheochromo-
cytoma cells were cultured in DMEM supplemented with 10% FBS and 5% heat-
inactivated horse serum. Jurkat immortalized T lymphocyte cells were cultivated in
RPMI1640 (Invitrogen) containing 10% FBS. All media contained 100 U/ml penicillin
and 100 pg/ml streptomycin, and all cell types were maintained at 37°C in a humidified
atmosphere of 5% CO, and 95% air.

2.2. Transfection

Hela cells were transfected with the mammalian expression vector pEGFP-N1
(Clontech, Takara Bio, CA) containing roGFP1 (for expression in the cytosol) or roGFP1
with a mitochondrial targeting sequence (pyruvate dehydrogenase E1 subunit leader
sequence, for expression in mitochondria) using the Effectene Transfection Reagent
(Qiagen Japan) according to the manufacturer's protocol. Stable transfectants were
selected using 400 pg/ml Geneticin (Invitrogen) for more than 4 weeks and cloned.
Expression of roGFP1 was confirmed by its fluorescence.

2.3. Cell viability

Antimycin A (Sigma) was dissolved to 50 mg/ml in dimethyl sulfoxide (DMSO). The
medium was changed to DMEM supplemented with 1.0% FBS overnight, and the PC12
cells were then treated with AX (Sigma) at the indicated concentrations for 6 and 24 h
in DMEM supplemented with 1.0% FBS. After AX treatment, 20 pg/ml antimycin A was
added (final DMSO concentration: 0.1%) and the cells incubated for 20 h. The number of
live/dead cells was counted with a fluorescence microscope (Nikon AZ100, Tokyo)
using the LIVE/DEAD cell viability kit for mammalian cells (Invitrogen) and the survival
rate expressed as live cells/(live cells+dead cells).

2.4. Fluorescence microscopy

Fluorescence images were recorded using a multidimensional imaging workstation
(AS MDW, Leica Microsystems, Wetzlar, Germany) consisting of a tunable light source
(Polychrome IV monochromator, Till Photonics, Grifelfing, Germany), an inverted
epifluorescence microscope (DM IRE2, Leica Microsystems) contained in a climate
chamber maintained at 37°C and a cooled charge-coupled device (CCD) camera
(CoolSnap HQ, Roper Scientific, Princeton, NJ). A 0.35x demagnifiying lens (Leica
Microsystems) was inserted between the microscope and the CCD camera. The
components were controlled by custom-made software written in C (Bloodshed Dev-C
++) and LabVIEW (National Instruments, Austin, TX).

2.5. Redox-sensitive fluorescent protein fluorescence recording

Hela cells expressing roGFP1 were washed with PBS and fluorescence recorded.
Hydrogen peroxide was diluted from a 30% (w/v) stock solution with phosphate
buffered saline (PBS) (37°C) to 500 uM and added to reach the indicated concentration.
Dual excitation ratio imaging was performed using a 20x objective [numerical aperture
(N.A.) 0.5] and 800 ms exposure time at 410 and 490 nm excitation wavelength. A 500-
nm short pass excitation filter (ES00SP), 515 nm extended-range dichroic mirror
(515DCXR) and 520-600 nm bandpass emission filter (HQ560/80, all from Chroma
Technology Corporation, Rockingham, VT) was used for both wavelengths.

Fluorescence data were analyzed using MATLAB (MathWorks, Version 7 Release 14,
Natick, MA). After subtracting background fluorescence and CCD dark field, areas
corresponding to cells were automatically selected using the criteria of more than 10
connected pixels with fluorescence intensity above both 3% of the maximum
fluorescence in the field of view and more than 8 standard deviations above the
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background noise/intensity in the image obtained with 410 nm excitation wavelength.
Such regions were marked and visually confirmed to correspond to cells expressing
fluorescent protein. The fluorescence ratio was formed by dividing the fluorescence
integral of such regions at 410 and 490 nm excitation. When following the time course
of the fluorescence ratio of individual cells, in order to be counted, cells had to fulfill the
above criteria at every recorded time point.

2.6. Mitochondrial membrane potential

A 0.5-mM stock solution of 5,5',6,6’-tetrachloro-1,1’,3,3'-tetraethylbenzimidazo-
lylcarbocyanine iodide (JC-1; Invitrogen) was prepared in equal volumes of ethanol and
DMSO. Hela cells were cultured in DMEM/F12+ 10% FBS with or without 800 nM AX
(control: DMSO) for 6 h, 1 day and 2 days, then stained with 250 nM JC-1 in culture
medium for 60 min, washed with PBS and fluorescence recorded immediately, all at
37°C. Dual excitation ratio imaging was performed using a 20x objective (N.A. 0.5) and
200 ms exposure time at 520 nm and 570 nm excitation wavelength. A 580 nm short
pass excitation filter (E580SP), 585 nm extended range dichroic mirror (585DCXR) and
590- to 670-nm bandpass emission filter (HQ635/60, all from Chroma Technology
Corporation) was used for both excitation wavelengths. Fluorescence data was
analyzed using MATLAB (MathWorks, Version 7 Release 14). After subtracting
background (dark field) fluorescence, areas corresponding to cells were automatically
selected using the criteria of more than 10 connected pixels with fluorescence intensity
above both 3% of the maximum fluorescence in the field of view and more than 8
standard deviations above the background noise/intensity in the image obtained with
520 nm excitation wavelength. The fluorescence ratio was formed by dividing the
fluorescence integral of all such regions at 570 nm and 520 nm excitation. The field of
view usually contained about 100 to 200 cells.

2.7. Superoxide measurement

Hela cells were cultured in DMEM/F12+10% FBS with or without 800 nM AX
(control: DMSO) for 6 h, 1 day and 2 days, then exposed to 30 pg/ml antimycin A for 15
min, then 250 nM MitoSOX Red (Invitrogen) and 500 nM Hoechst34580 (Invitrogen)
added and incubated for 60 min, and fluorescence recorded using a 20x (N.A. 0.5)
objective. Hoechst34580 fluorescence was excited at 395 nm in combination with a
500-nm short-pass excitation filter (ES00SP), 515 nm extended-range dichroic mirror
(515DCXR) and 520-600 nm bandpass emission filter (HQ560/80). Ethidium (MitoSOX
Red oxidation product) fluorescence was excited at 520 nm and recorded using a 580-
nm short-pass excitation filter (ES80SP), 585 nm extended range dichroic mirror
(585DCXR) and 590-670 nm bandpass emission filter (HQ635/60). Fluorescence data
was analyzed using MATLAB (MathWorks, Version 7 Release 14). After subtracting
background (dark field) fluorescence, cell nuclei were automatically detected using the
criteria of more than 25 connected pixels with fluorescence intensity above both 20% of
the maximum fluorescence in the field of view and more than 10 standard deviations
above the background noise/intensity in the Hoechst 34580 image. Mean ethidium
fluorescence intensity in the area above the nucleus was used as the measure of
superoxide production.

2.8. Flow cytometry

Jurkat cells were cultivated in medium in the presence or absence (DMSO) of AX
(800 nM) for 6 h, 1 day and 2 days without medium change. There was no difference
among the growth rates of these cell cultures. For detection of superoxide anion, cells
were incubated with antimycin A (30 pg/ml) for 10 min. Then, MitoSOX Red (250 nM)
was added. After 1 h, the cells were analyzed by flow cytometry (Cell Lab Quanta
system, Beckman Coulter, Chaska, MN). For detection of hydroxyl peroxides, cells were
incubated with 2’,7-dichlorodihydrofluorescein diacetate (H,DCFDA) (20 pM, Invitro-
gen). After 15 min, antimycin A (30 pg/ml) was added. One hour later, the cells were
analyzed by flow cytometry as above. Ten thousand cells of normal size (assessed by
forward scattering) were analyzed under each condition.

2.9. Physiologically occurring (basal) oxidative stress

Cells were cultured in DMEM/F12+10% FBS with-or without 800 M AX (control:
DMSO) for 2 days then incubated with 20 pM H,DCFDA and 500 nM Hoechst34580 in
medium for 60 min, washed with PBS and the dichlorofluorescein (DCF) fluorescence
of individual cells measured immediately afterward using a 20x objective (N.A. 0.5).
Fluorescence was recorded using the BGR triple bandpass filter set (Leica Micro-
systems). Hoechst34580 was excited at 403 nm and DCF at 496 nm wavelength.
Fluorescence data were analyzed using MATLAB (MathWorks, Version 7 Release 14).
After subtracting background (dark-field) fluorescence, cell nuclei were automatically
detected using the criteria of more than 25 connected pixels with fluorescence
intensity above both 5% of the maximum fluorescence in the field of view and more
than 10 standard deviations above the background noise/intensity in the Hoechst
34580 image. Mean DCF fluorescence intensity in the area above the nucleus was used
as the measure of oxidative stress.
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Fig. 1. Astaxanthin effect on PC12 cell survival under oxidative stress. Cells were
cultured in the presence of 0, 100, 200 and 400 nM AX for 6 h or 24 h and then exposed
to 30 pg/ml antimycin A as described under cell viability in Materials and methods. No
effect was detected when cells were preincubated with AX for 6 h. When preincubated
with AX for 24 h, cells were protected against cell death induced by oxidative stress,
significantly for 200 and 400 nM AX (P<.01). Data are means+S.D. from three fields
containing 100-200 cells each.

2.10. Oxygen consumption

Hela cells were cultured in DMEM/F12+10% FBS with or without 800 nM AX
(control: DMSO) for 6 h, 1 day and 2 days, trypsinized and resuspended in DMEM/F12.
Oxygen consumption was measured using the Oxygen Meter Model 781 and the
Mitocell MT200 closed respiratory chamber (Strathkelvin Instruments, North Lanark-
shire, UK), continuously stirred at 37°C. The oxygen respiration rate was calculated in
the following three conditions: basal rate (no additions), State 4 [after addition of 2 uM
oligomycin (Sigma)], uncoupled [after addition of 80 pM 2,4-dinitrophenol (DNP);
Sigma] using the Strathkelvin 949 Oxygen System software. Cell concentration was
determined using a hemocytometer.

2.11. Confocal microscopy

To confirm targeting of roGFP1 to the mitochondrial matrix, HeLa cells expressing
the mitochondrial targeting vector were cultured in a glass-bottom dish and stained
with 40 nM tetramethyl rhodamine methyl ester (TMRM, Molecular Probes,
Invitrogen) for 20 min. Fluorescence was observed using a FluoView FV300 confocal
microscope (Olympus, Tokyo, Japan) with a 60x (N.A. 1.4) oil immersion objective.
roGFP1 was excited at 488 nm and emission collected above 510 nm, while TMRM was
excited at 543 nm and emission collected above 570 nm.

2.12. Statistical calculations

Statistical significance was determined using the unpaired two-tailed Student's
t test in Excel (Microsoft, Redmond, WA) or one-way analysis of variance (ANOVA)
followed by a Tukey-Kramer multiple comparison test in Matlab (MathWorks, Version
7 Release 14). Error bars indicate the standard deviation of three or more
measurements. The number of asterisks indicates statistical significance. Specifically,
* indicates P<05, ** indicates P<01 and *** indicates P<001.
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Fig. 2. Superoxide and oxidative stress. (A) PC12 cells were preincubated with AX for indicated periods, followed by exposure to antimycin A to induce superoxide. Superoxide, as
measured using MitoSOX Red, was not changed significantly by culturing cells with AX. Data were obtained as the means+5.D. by quantifying signal intensities of 70-100 cells. (B)
Superoxide production is induced by incubating Jurkat cells with 30 pg/ml antimycin A. (C) Jurkat cells cultivated in the presence or absence (DMSO) of AX (800 nM) for 6 h, 1 day, and
2 days were treated with antimycin A (30 pg/ml). No significant difference in the amount of oxidized MitoSOX Red was observed, indicating that, under conditions of oxidative stress
and at a concentration of 800 nM, AX is unable to scavenge significant amounts of superoxide. (D) Basal oxidative stress level in cells, as measured by incubating cells with HDCFDA.
AXsignificantly decreased the amount of DCF produced in Hela cells incubated with AX for 2 days (n=383 cells, control: n=403 cells; from three independent experiments under each
condition). “** P<001. (E) Antimycin A (30 pg/ml) also induced acute oxidative stress as assessed using H,DCFDA. The amount of DCF produced was increased more than 10-fold. (F)
Similar to C, AX did not reduce acute oxidative stress. No significant difference in the amount of DCF was observed.
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3. Results

3.1. AX improves cell survival under oxidative stress

To test whether AX protects cells against oxidative stress, we
exposed rat adrenal pheochromocytoma (PC12) cells, a neuronal
model cell line shown to be sensitive to oxidative stress [27], to
antimycin A. Antimycin A, an inhibitor of complex III of the electron
transport chain, induces oxidative stress by increasing mitochondrial
superoxide production [28] (see also Fig. 2B and E). Preincubation
with AX for 6 h did not significantly increase PC12 cell survival, but
when cells were exposed to AX for 24 h, a significant increase in the
number of surviving cells was observe with more than 200 nM AX,
demonstrating that AX was able to protect PC12 cells against oxidative
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stress at relatively low concentrations (Fig. 1). The effect was

concentration dependent, with 400 nM AX being more protective
than 100 nM AX (P<01).

3.2. AX reduces basal oxidative stress levels but not acute oxidative stress

To determine the mechanism by which AX protects against
oxidative stress, we determined whether AX was able to directly
scavenge superoxide radical. Human cervical cancer (Hela) and T
lymphocyte (Jurkat) cells were exposed to antimycin A as an acute
stress model, and oxidation of the superoxide-sensitive probe
MitoSOX Red quantified as described in Materials and methods.
Preincubation of cells with 800 nM AX did not significantly reduce the

Astaxanthin

0.95 A

0.9 1

Membrane Potential
(JC-1 570/520 nm ratio)
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LIl Il T
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Incubation 6 hours
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Fig. 3. Mitochondrial membrane potential. (A) Representative transmitted light (upper row) and membrane potential (lower row) images of Hela cells cultured for 2 days in the
presence (right) or absence (left) of 800 nM AX. The membrane potential image was created by color coding the dual excitation fluorescence ratio. Asterisks (pink) mark the
approximate positions of cell nuclei. (B) Average JC-1 dual excitation fluorescence ratio from three independent experiments, with fluorescence recorded at 2 locations for each
experiment. Membrane potential was significantly higher (P<.001) in the presence of AX after 2 days in culture, but rather than increasing the mitochondrial membrane potential, AX
seemed to prevent a loss of membrane potential that occurred with increasing time in culture.
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amount of superoxide detected (Fig. 2A), suggesting that AX did not
scavenge excess amounts of superoxide under this unphysiological
condition. Similarly, Jurkat cells were treated with antimycin A-
generated superoxide anion (as assessed by MitoSOX Red) and
reactive peroxides (as assessed by H,DCFDA) to a great extent (Fig.
2B and E). In these flow cytometry experiments, the population of
cells with an intensity of 1000 or more (marked with * in Fig. 2B and
C) was between 2% and 4% of the cells analyzed. Quantitative analysis
revealed no significant difference in the fluorescence intensity of
oxidized MitoSOX product (Fig. 2C) or DCF (Fig. 2F) between AX-
treated or nontreated cells, even when cells were treated with AX for
2 days. Post-addition of AX did not change fluorescent patterns of the
antimycin A-treated cells without AX treatment (data not shown),
indicating that AX does not interfere with fluorescence of oxidized
MitoSOX and DCF.

However, when the basal level of oxidative stress, that is the
physiologically occurring oxidative stress, in HeLa cells was deter-
mined using the oxidant sensitive probe 2’,7’-dichlorodihydrofluor-
escein, AX significantly reduced the amount of fluorescent oxidation
product (DCF) produced (Fig. 2D), indicating that AX is able to reduce
endogenous oxidative stress. This signifies that there is a low but
detectable amount of endogenous oxidative stress under normal
culture conditions, which AX can reduce.

3.3. AX helps maintain the mitochondrial membrane potential

We proceeded to determine whether such endogenous oxidants
affect cellular function and whether AX could influence it. The
mitochondrial membrane potential was quantified using the aggre-
gate-forming probe JC-1 [29]. Using dual excitation ratio imaging, we
observed a significantly higher mitochondrial membrane potential
when AX was present in culture after 2 days (Fig. 3A). For shorter
incubation times, the difference was not significant. Interestingly,
rather than increasing the mitochondrial membrane potential, AX
seemed to slow down a gradual loss of membrane potential that may
occur with time in culture. While a significant loss in the membrane
potential occurred from 6 h to 2 days in culture without AX (Fig. 3B,
P<001), no significant difference/loss could be detected in the
presence of AX.

3.4. AX effect on respiratory control

Speculating that a decrease in mitochondrial membrane could also
affect mitochondrial respiration, we measured the oxygen consump-
tion of intact Hela cells cultured under the same conditions.
Measuring first baseline oxygen consumption (no additions), then
the mitochondrial State 4 consumption (by blocking complex V with
oligomycin) and then maximal oxygen consumption by uncoupling
mitochondria with DNP (80 pM) (Fig. 4A), we could not observe
significant changes in the absolute consumption rates (Fig. 4B), but
the ratio of baseline to uncoupled oxygen consumption was
significantly higher in the presence of AX, that is, mitochondria
were more active in the presence of AX (Fig. 4C). In addition, the
relative reduction in oxygen consumption upon addition of oligomy-
cin was increased in the presence of AX (Fig. 4C). Together, these
findings suggest that AX stimulates respiration probably by main-
taining a higher membrane potential (Fig. 3).

3.5. AX improves the mitochondrial redox state

Due to these positive but rather subtle effects of AX on
mitochondrial function, we looked for a sensitive method to detect
relatively mild oxidative stress at the organelle level. We chose
redox-sensitive GFP as a promising method since it is ratiometric and
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can be targeted to various cellular compartments (20,21,30].
Furthermore, it has been shown to be a quantitative sensor for the
redox potential of the cellular glutathione redox buffer [31]. HeLa
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Fig. 4. Oxygen consumption profiles. (A) Representative traces of the oxygen
consumption of intact Hela cells cultured with (800 nM, red trace) or without
(black trace) AX. Oligomycin and DNP were added at the indicated (arrows) time
points. (B) Average oxygen consumption per cell under baseline conditions (BL; dark
gray bars), in the presence of 2 puM oligomycin (+OM; black bars) and when
uncoupled with 80 uM DNP (+DNP. light gray bars). Data are the average+S.D. of
three measurements of cells cultured for 6 h (6H), 1 day (1D) or 2 days (2D) in the
presence or absence of 800 nM AX (control: DMSO). (C) AX increased the ratio of
baseline divided by uncoupled oxygen consumption and decreased the ratio of oxygen
consumption in the presence of oligomycin divided by baseline oxygen consumption.
Data are mean+S.D. ** P<01.
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cells were stably tranfected with the expression vector for roGFP1
targeted to mitochondria as described above and the colocalization of ably along microtubules (Supplementary Movie). The mitochondrial
roGFP1 with mitochondria confirmed using confocal microscopy. redox state of individual cells was measured using dual excitation
RoGFP1 showed almost perfect overlap with the mitochondrial imaging (Fig. 5C). Mitochondrial roGFP1 (basal redox state) was
marker dye TMRM (Fig. 5A). Cells expressing mitochondrial roGFP1 more reduced in cells cultured with AX for 6 h, 1 day and 2 days (Fig.
showed no abnormal morphology (Fig. 5A and B), and mitochondria 5D and E). Mitochondrial ability to maintain the reducing
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Fig. 5. Mitochondrial redox state measured using redox-sensitive GFP. (A) Confocal and transmitted light images of a Hela cell expressing roGFP1 targeted to mitochondria. Overlap of
TMRM and roGFP1 fluorescence confirms mitochondrial localization of roGFP1. Scale bar: 20 pm. (B) Epifluorescence image of Hela cells expressing roGFP1 targeted to mitochondria.
Regions automatically selected for analysis are marked in pink. Scale bar: 20 pm. (C) Representative traces of the roGFP1 redox state time course (dual excitation fluorescence ratio).
Four individual cells show the heterogeneity of mitochondrial redox state between cells. After the indicated periods, 100 uM hydrogen peroxide was added (arrow). (D) Average time
course indicating mitochondrial redox state of cells cultured with or without 800 nM AX for 6 h (6H) (+AX: n=35 cells, control: n=34 cells), 1 day (1D) (+AX: n=41 cells, control:
n=32 cells) or 2 days (2D) (+AX: n=32 cells, control: n=27 cells): Average baseline as well as redox state after addition of 100 uM hydrogen peroxide (arrow) was more reduced

when AX was present. (E) Average baseline fluorescence ratio, ratio after addition of hydrogen peroxide and amount of oxidation (ratio difference) induced by hydrogen peroxide were
significantly lower, that is, reduced when AX was present. Data are mean+£S.D. *P<05, *"P<01, *"*P<001.
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Fig. 6. Effect of AX on the cytosol redox state. (A) Epifluorescence image of HeLa cells
expressing roGFP1 in the cytosol. Regions automatically selected for analysis as
individual cells are marked in pink. Scale: 20 pm. (B) Time course of cytosol redox state
(410/490 nm dual excitation fluorescence ratio) upon addition of 100 pM H,0, (arrow).
No difference was detected, neither in the basal redox state nor in the change or state
after addition of H,0,, between cells cultured for 2 days in the presence (open
diamonds, n=73 cells) or absence (filled diamonds, n=90 cells) of 800 nM AX.

environment was then tested by exposing cells to 100 uM H,0,,
which quickly oxidized mitochondrial roGFP1 but significantly less so
when AX was present (Fig. 5D and E). To exclude the possibility that
the more reduced state after addition of H,0, is simply a
consequence of the more reduced (basal) state prior to addition of
H30,, we also compared the change in fluorescence ratio induced by
H30,. This difference was also significantly smaller in the presence of
AX (Fig. 5E). Whether this antioxidant effect of AX was limited to
mitochondria or also extended to the cytosol was tested using cells
expressing roGFP1 in the cytosol (Fig. 6A). The basal redox state and
resistance to oxidative challenge with H,0, were tested in the same
manner as for mitochondria, but no effect of AX on the redox state of
the cytosol could be detected (Fig. 6B).

4. Discussion

The results above demonstrate that, under basal conditions, AX
had a small but significant positive effect on mitochondrial function
(higher membrane potential, higher respiratory control). This is
reassuring since endogenous oxidative stress, though clearly present
(32]. should be rather mild in the absence of external stress-inducing
agents. Since mitochondria are a major source of reactive oxygen
species (ROS) in the cell, accumulation of AX in the mitochondrial
membrane would potentiate its antioxidant effects. There is a report
showing AX protects mesangial cells from hyperglycemia-induced
oxidative signaling [33]. The fact that AX was able to maintain
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mitochondria but not the cytosol in a reduced state (Fig. 5) indicates
that the effect of AX is, at least during mild, endogenous oxidative
stress, concentrated on mitochondria. The effect of AX became more
pronounced with incubation time. Interestingly, such a time depen-
dency was also observed in an investigation of the antitumor activity
of AX [34]. AX, at a total serum concentration of approximately 1.2 M,
suppressed tumor cell growth when mice were fed AX before
inoculation but was ineffective when the AX-supplemented diet was
started at the same time as tumor inoculation [34].

Cell types differ in their dependence on mitochondria-generated
ATP as a source of energy and in their sensitivity to oxidative stress.
AX protected PC12 cells against antimycin A-induced cell death. HeLa
cells, in contrast, can rely on glycolysis as the sole energy supply and
survive even in the absence of a functional electron transport chain
(35]. Accordingly, blocking electron transport with antimycin A,
though clearly inducing oxidative stress, does not necessarily lead to
Hela cell death [36,37]. That AX was protective in both cells lines
indicates that the effect of AX should not be cell type or cancer specific
[38]. Moreover, mitochondria isolated from PC12 cells had oxygen
consumption rates similar to isolated rat liver mitochondria (data not
shown) [39], indicating that the effects of AX described here are not
specific to those of cancer-type cells.

Although direct superoxide scavenging by a highly water-dis-
persible carotenoid phospholipid has been reported at high concen-
trations [40], AX may not exert its strong effect by scavenging
superoxide. In fact, under conditions of acute oxidative stress when
large amounts of ROS are produced, AX showed no detectable effect,
indicating that the effects of AX are not due direct scavenging of ROS
such as superoxide or peroxides (Fig. 2A). This is to be expected since
superoxide is a charged radical unable to cross cellular membranes
and carotenoids are extremely lipophilic. On the other hand, since AX
reduced the endogenous oxidative stress level (Fig. 2D), it is
reasonable to assume it protects cells against oxidative damage in
the lipid phase (Fig. 1). Thus, even though it may not scavenge ROS
directly, AX has the potential to protect cells against damage mediated
by oxidative stress. Since ROS including superoxide and hydrogen
peroxide play significant roles in the signal transduction at low
concentrations [41], this characteristic of AX suggests little possibi-
lities of negative side effects of AX consumption.

The increase in mitochondrial oxygen consumption of AX-treated
cells is probably in part a consequence of the change in mitochondrial
membrane potential [41]. The relatively higher reduction in oxygen
consumption upon addition of oligomycin in the presence of AX
would be expected as mitochondrial membrane potential is higher in
the presence of AX, while in the absence of AX, oligomycin is unable to
increase membrane potential to the same level. Such an inhibition of
respiration upon inactivation of complex V is referred to as
“respiratory control ratio,” an important measure of mitochondrial
health when investigating isolated mitochondria [41], even though it
should be pointed out that we used intact cells, where respiration
during stimulation of complex V with ADP is not accessible, and the
ratios are not comparable. Physiological effects of AX have been
shown to include stimulation of B-oxidation for fatty acids [42.43].
This would be of considerable benefit in reducing obesity and
metabolic syndrome in affluent societies. Much of the benefit of one
of the most effective drugs for diabetes, metformin, has been
attributed to activation of AMP-dependent kinase, which helps by
reducing gluconeogenesis and driving oxidation of fat in muscle
mitochondria [44]. The AX concentration upon which a significant
benefit could be observed (200 nM, Fig. 1) is also well within the
range that can be achieved with supplementation. A single oral dose
of 10 mg AX resulted in a peak plasma concentration of ~130 nM,
whereas a single dose of 100 mg AX resulted in a peak plasma
concentration of -470 nM, with half-lives in the order of days [25].
Similarly, daily consumption of 250 g of either wild or farmed salmon
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(farmed salmon is fed synthetic AX to give it its natural coloring) lead
to a plateau of ~50 nM AX in plasma after about 6 days [26].

Redox-sensitive GFP targeted to mitochondria could detect
changes in the mitochondrial redox state even after short incubation
with AX, where conventional methods failed. This indicates that roGFP
is a powerful tool for measuring oxidative stress and redox balance at
the organelle level. Targeting roGFP to mitochondria allowed us to
detect changes in the mitochondrial redox state that were too small to
affect the cytosol. Redox-sensitive GFP possibly interacts with a
number of cellular enzymes and redox couples, but it is still unclear
which determine the roGFP1 redox state to what extent. The reduction
of roGFP1 is likely enzyme-dependent, as reductase and dehydrogen-
ase inhibitors reduced or prevented reduction of the close cousin
roGFP2 in the cytosol [20]. Conversely, oxidation of roGFP proceeded
considerably faster when, compared to the isolated protein, it was
expressed in cells, suggesting that the oxidation is also catalyzed by
intracellular enzymes. In our hands, the response of roGFP1 to
hydrogen peroxide was also significantly faster than previously
reported [20]. RoGFP oxidation was observed immediately, and the
maximum response in the cytosol was reached within 5 min (Fig. 6B).

The high sensitivity of roGFP to changes in organelle redox state
suggests that it is a powerful tool to. investigate the biochemistry of
oxidative stress and redox balance at the organelle level. Accurate
measurement of oxidative stress is an ongoing challenge, and despite
the availability and ongoing development of a wide range of probes
and methods, their correct use is often complicated (e.g. Ref. [45])
and/or cumbersome (e.g., Ref. [46]). The most widely employed
method to “quantify” ROS, the conversion of dichlorodihydrofluor-
escein (H,DCF) to DCF, requires a catalyst for H,DCF to be oxidized by
hydrogen peroxide and reacts indiscriminately with a variety of
oxidizing factors, including light and itself [47,48).

RoGFP1 is a relatively new nondestructive and ratiometric sensor
for cellular redox state [20,21] permitting a wide range of measure-
ments previously impossible or extremely labor-intensive and there-
fore open to errors and artefacts. Experiments to establish the
sensitivity of roGFP1 to various stressors and antioxidants are
currently under way in our laboratory, but in our opinion, roGFP
offers great promise for pin-point. detection of oxidative stress.
Targeting roGFP1 to subcellular structures allowed us'to observe
oxidative stress restricted to mitochondria without affecting the
cytosol, demonstrating that changes in redox state and oxidative
stress can be confined to cellular compartments. To. understand
cellular redox states, it might therefore be important to determine
compartmental redox states independently. Furthermore, transgenic
animals expressing roGFPs should be a valuable tool to test the
efficacy of treatments aimed at reducing oxidative stress.
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