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Toxicology of Engineered Nanomaterials - A review of
Carcinogenic Potential

Hiroyuki Tsuda'?*, Jiegou Xu?, Yuta Sakai’, Mitsuru Futakuchi?, Katsumi
Fukamachi?

Abstract

Nanotechnology has considerable socioeconomic potential. Benefits afforded by engineered nanoparticles
(NP: defined as being less than 100 nm in diameter) are expected to be significant in fields such as plastics,
energy, electronics, aerospace and medicine. However, NPs are being introduced into the market without adequate
assessment of their potential texicities. It is urgently important to conduct risk assessment of commercial NPs
and establish a framework enabling risk management which is not subordinate to their commercial production.
An overview of currently available carcinegenicity risk evaluation results of NP materials raises serious questions
as to their safety. NP sized titanium dioxide (nTiO,) and carbon black (nCB) are carcinogenic to the lung of
female rats, and the tumors preferentially include squamous cell morphology. Carbon nanetubes (CNT) induce
mesotheliomas when applied intraperitoneally in rats and mice. Data for Fullerenes are insufficient to evaluate
carcinegenic risk. Sub-chronic toxicity data indicate that, in general, NPs form aggregates and agglomerates
and cause foreign body reactions at their applied sites with inflammatory cell, including macrophage, infiltration.
These findings are similar to the biological effects of asbestos, a potent carcinogen, and indicate that careful
assessment of NPs is indispensable.

Key words: Nanoparticles - toxicology - carcinogenicity - titanium dioxide - carbon black
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Principles of Safety
The safety of our living environment can be secured TOXICOLOGY

by the balanced function of three elements: risk assessment, Ri

; . P isk

risk management and risk communication (Figure 1). The Assessment

first of these elements, risk assessment, must be addressed

first, since without reliable risk assessment, risk

communication and risk management can not function.

Importantly, for reliable risk assessment long-term animal ~ M EDIA/EDUCATION REGULATORY

studies are ir'zdis:pensable, . Risk Risk
These principles, of course, hold true for engineered Communication Management

nanoparticles. Unfortunately, the risk assessment data for

engineered nanoparticles are rather fragmentary. However,

the available findings do present a disturbing picture of

potential carcinogens entering the market place. Figure 1. Principles of Safety of the Living
Engineered nanoparticles included in this review include =~ Environment. Safety of the living environment can be secured
nano-size titanium dioxide (nTiO,), carbon black (nCB), by the balanced function of three elements: risk assessment, risk
single-walled carbon nanotubes (SWCNT), multiple- management and risk communication

walled carbon nanotubes (MWCNT) and fullerenes (C60). 7.5 mg/m? for 4 months, then at a concentration of 15 mg/

. . m® for 4 months, and finally at a concentration of 10 mg/
Metals and Metal-derived Nanoparticles: ;¢ 16 months, then killed at month 30. The incidence

Titanium dioxide (nTiO,) of lung tumors (19%), benign and malignant squamous
and alveolar cell tumors combined, was significantly

In an inhalation study, female rats were exposed to ail  jncreased compared to the clean air control group (0.5%)
containing nTiO, (28nm in diameter) at a concentration of (Heinrich et al., 1995).
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In another study, female rats were administered nTiO,
by intratracheal instillation. In this study, several dosing
strategies were used. Hydrophilic nano-sized nTiO, (21-
25 nm in diameter) was applied in 5 doses of 3 mg each, 5
doses of 6 mg each, or 10 doses of 6 mg each. Hydrophobic
nano-sized nTiO, (21 nm in diameter) was applied in 15
doses of 0.5 mg each or 30 doses of 0.5 mg each.
Hydrophilic anatase nTiO, (200 nm in diameter) was
applied in 10 doses of 6 mg each or 20 doses of 6 mg
each. The nTiO,, hydrophilic and hydrophobic nTiO, and
hydrophilic anatase nTiO,, was suspended in PBS with
0.5% Tween 80. The instillation was done once weekly.
The animals were observed for up to 30 weeks. The
incidences of lung tumors (52-69.6%), adenomas/
carcinomas and squamous cell epitheliomas/carcinomas
combined, in rats receiving hydrophilic nTiO, were
significantly increased over untreated controls (0%).
Anatase nTiO, also induced significant incidences of lung
tumors (29.5-63.6%), and these tumors were similar to
those induced by hydrophilic nTiO,. The incidences of
benign and malignant lung tumors in the hydrophobic
nTiO, groups (6.7%) was not significant (Pott and Roller,
2005).

In another inhalation study, female rats were treated
with TiO, (size, not indicated) at a concentration of
11.3mg/m? for 24 months followed by observation for 6
months. Incidences of cystic keratinizing epitheliomas
(11.7%) and squamous cell carcinomas (4.8%) were
significantly greater than the control group (0.5%)
(Rittinghausen et al., 1997). nTiO, is not carcinogenic to
the skin because it does not penetrate the dermal tissue
(Newman et al., 2009). Based on the studies outlined here,
nTiO, is evaluated by WHO/IARC as a Group 2B
compound (possibly carcinogenic to humans) (Baan,
2007).

Carbon-derived Nanoparticles

1. Carbon black (nCB)

Because of its long history of production and
consumption, the highest number of reports concerning
the carcinogenicity of carbon-derived nanomaterials are
about nCB.

a) Rat studies. In an inhalation study, female rats were
exposed to nCB (Printex90, 14 nm in diameter) at a
concentration of 7.5 mg/m? for 4 months and then at a
concentration of 12 mg/m? for 20 months followed by clean
air for 6 months. The incidence of lung tumors (39%),
benign and malignant squamous cell tumors and bronchio-
alveolar cell tumors combined, was significantly increased
as compared to the clean air group (0.5%) (Heinrich et al.,
1995).

In another study, nCB (Printex90,.14 nm in diameter
and Lamp Black101, 98nm in diameter) was administered
to fernale Wistar rats by intratracheal instillation. Printex90
was washed in boiling toluene and suspended in saline
containing 0.25% Tween 80, then administered once per
week for 3 weeks at a dose of 0.66 mg per rat for 3 weeks
then once per week for 13 weeks at a dose of 1.0 mg per
rat. Animals were observed for up to 800 days from the
beginning of the study. The incidence of cystic keratinizing

976 Asian Pacific Journal of Cancer Prevention, Vol 10, 2009

epitheliomas and bronchio-alveolar cell tumors combined
in Printex90 treated rats (21%) was similar to that observed
in rats treated with benzo[a]pyrene and diesel emission
particles and significantly elevated compared to the vehicle
control group (0%). Lamp Black 101 treated rats also
showed a significant increase in lung tumors compared to
the control group (Dasenbrock et al., 1996).

In a second inhalation study, female Wistar rats were
exposed to nCB (Printex90, 14 nm in diameter) at a
concentration of 11.3 mg/m?® for four months and then ata
concentration of 12.2 mg/m? for the following 20 months.
The incidence of cystic keratinizing tumors (20%),
epitheliomas and carcinomas combined, was significantly
increased compared to the clean air control group (0%)
(Rittinghausen et al., 1997).

In the same series of experiments as the one outlined
above, Printex90 was administered to female Wistar rats
by intratracheal instillation. Printex90 was suspended in
saline with 0.25% Tween 80 and administered 16-17 times
(total dose 15 mg per animal). Animals were observed for
up to 24 months. In rats receiving Printex90, the incidence
of cystic keratinizing epitheliomas (19%) was significantly
increased compared to saline treated animals (0%). Rats
were also treated with purified Lamp Black: the treatment
regimen was the same as for Printex90. Tumor incidence
in these rats (6.3%) was not significantly elevated
(Rittinghausen et al., 1997).

In a fifth study, nCB (Printex90, 14 nm in diameter
and Lamp Black 101, 98nm in diameter; Degussa) was
administered to female Wistar rats by intratracheal
instillation. Printex90 was washed in boiling toluene and
suspended in saline containing 0.25% Tween 80. The
Printex90 was applied once per week for 3 weeks at a
dose of 0.66 mg per rat for 3 weeks then once per week
for 13 weeks at a dose of 1.0 mg per rat. Animals were
observed for up to 800 days from the beginning of the
study. The incidence of cystic keratinizing epitheliomas
and bronchio-alveolar cell tumors combined in Printex90
treated rats (21%) was similar to that observed in rats
treated with benzo[a]pyrene and diesel emission particles
and significantly elevated compared to the vehicle control
group (0%). Lamp Black101 treated rats also showed a
significant increase in lung tumors compared to the control
group (Dasenbrock et al., 1996).

In a sixth study, nCB (Printex90 or purified Lamp
Black 101) was administered to female SPF Wistar rats
intratracheal instillation. Animals were observed for up to
30 months. Several dosing strategies were used: animals
were treated from 5 to 20 times with 1.5 to 6 mg nCB.
Total lung tumor incidence for each treatment regimen
(Printex90, 56% to over 80%; Lamp Black, 44% to 70%)
was significantly elevated compared to the control group
(2%) (Pott and Roller, 2005).

Based on the studies outlined here, nCB is evaluated
by WHO/IARC as a Group 2B compound (possibly
carcinogenic to humans) (Baan, 2007).

b) Mouse and Hamster Studies. No data are available

as to carcinogenicity and related studies in mice and
hamsters.
¢) Summary. nCB is carcinogenic to the female rat
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inducing cystic keratinizing epitheliomas and bronchio-
alveolar cell lung tumors. Mechanisms to explain why
cystic squamous cell tumors were induced exclusively in
female rats have not yet been elucidated. No data for
carcinogenicity of nCB in mice and hamsters are available.

2. Carbon nanotubes

There are two types of carbon nanotubes: SWCNT are
tube structures with a diameter of close to 1 nanometer
and composed of a one-atom-thick layer of graphite
(Figure 2, left), and MWCNT are tube structures with a
diameter of close to 1 nanometer and composed of two or
more layers of graphite atoms (Figure 2, right).

A) SWCNT: a) Rat studies. In a short to medium-term
(6 months or less) study, SWCNT (diameter 1.4 nm, length
more than 1 mm agglomerate at use) was administered to
male Crl:CD(SD)IGS BR rats intratracheal instillation.
The SWCNT particles were suspended in PBS with 1%
Tween 80 and administered one time at 1 or 5 mg/kg.
Animals were observed up to 12 weeks. Multifocal small
granulation tissue with deposition of aggregates of
SWCNT were observed in the lung. Inflammatory cell
counts of bronchoalveolar lavage (BAL) did not clearly
correlate with the degree of the inflammatory reaction.
Similar inflammatory changes were also observed in rats
which received quarts particles (crystalline, diameter 1-3
mm). No tumors were found in any of the groups (Warheit
etal., 2004).

b) Mouse studies. In a short to medium-term (6 months
or less) study, SWCNT (diameter 0.8-2.2 nm, length not
indicated) and cup-stacked CNT (mean diameter 80 nm,
length not more than 100 mm) were administered to female
BALB/c mice by subcutaneous injection. The SWCNT
and CNT particles were suspended in saline and animals
were injected at 2 mg per animal then observed for up to
12 weeks. The iron content of these materials was 3.5-
5.0% (weight). Although inflammatory lesions in the
injected site were observed, no tumors were found
(Koyama et al., 2006).

In another short to medium-term (6 months or less)
study, SWCNT (iron content, 26.9% weight) was
administered to male B6C3F1 mice by intratracheal
instillation. Unpurified SWCNT and purified (polycyclic
aromatic hydrocarbon-free) SWCNT suspended in heat-
inactivated mouse serum at a concentration of 2 mg/ml
was administered one time at 0.1 or 0.5 ml/mouse. The
animals were then observed for 7 or 90 days. Granulation
tissue formation with epithelioid cell reaction was observed
in the bronchioles, respiratory ducts and alveoli. The
inflammatory reaction in animals given SWCNT was more

prominent than animals treated with carbon black.
Neoplastic lesion development was not observed (Lam et
al., 2004).

B) MWCNT: a) Rat studies. In a short to medium-
term (6 months or less) study, MWCNT (average 15 carbon
layers, approximate inner diameter 5 nm, outer diameter
9-10 nm) was administered to female SD rats by
intratracheal instillation. The MWCNT particles were
suspended in saline with 1% Tween 80 and administered
one time at doses of 0.5, 2.0 and 5 mg/rat in 0.5 ml saline.
The rats were killed on day 60. Small granulation tissue
with deposition of MWCNT was observed in the bronchi,
bronchio-alveolar space and some alveoli. No tumors were
found (Muller et al., 2005).

In another study, MWCNT (MUTSUI MWCNT-7,
3500 ppm iron content; diameter 70-100 nm; approximate
length 1-4 pm) was administered to male F344/DuCrlj
rats by a single intrascrotal injection. The MWCNT
particles were suspended in 0.5% methyl cellulose with
1.0% Tween 80 and administered at a dose of 20 mg/
mouse. The animals were then observed until week 104.
Another group of mice were treated with crocidolite (UICC
grade asbestos). The incidence of disseminated
mesothelioma in the peritoneal cavity was 86% in
MWCNT and 0% in crocidolite groups (Sakamoto et al.,
2009).

In a third study, MWCNT (11.3 nm in mean diameter,
approximate length 0.7 pm) was administered to three
groups of male Wistar rats by a single intraperitoneal
injection. MWCNT with structural defects was suspended
in PBS and administered at a dose of 2 or 20 mg/rat and
MWCNT without structural defects was suspended in PBS
and administered at a dose of 20 mg/rat. The animals were
then observed for up to 104 weeks. Another group of rats
was treated with 2 mg crocidolite (UICC grade asbestos)
per rat. The incidence of mesothelioma in the group
administered crocidolite was 34.6%, but the incidence of
mesothelioma in the MWCNT groups (up to 6%) was not
statistically higher than the incidence (3.8%) in the vehicle
control group (Muller et al., 2009).

b) Mouse studies. In a short to medium-term (6 months
or less) study, MWNT (diameter 20-150 nm, length 10-
20 mm) was administered to female BALB/c mice by a
single subcutaneous injection. The nano-particles were
suspended in saline administered at 2 mg per mouse. The
animals were then observed for up to 12 weeks. The iron
content of these materials was 3.5-5.0% (weight). Although
inflammatory lesions at the injected site were observed,
no tumors were found (Koyama et al., 2006).

Figure 2. Structure of a Single-walled Carbon Nanotube (SWCNT) and a Multiple-walled Carbon Nanotube
(MWCNT). (Courtesy of Dr. M. Ata; National Institute of Advanced Industrial Science and Technology, Japan)
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In another short to medium-term (6 months or less)
study, two types of MWCNT, pure MWCNT and N-doped
(nitrogen attached on the surface) MWCNT
(approximately 30-50 nm in diameter and 100-300 mm in
length) were administered intranasally, intratracheally,
orally or intraperitoneally to male CD1 mice. The
MWCNT particles were suspended in phosphate buffered
saline (PBS) and administered one time at doses of 1, 2.5
or 5 mg/mouse. The animals were killed after 30 days.
Intratracheal administration of MWCNT resulted in
inflammatory lesions surrounding aggregates of MWCNT
and hyperplastic change of the bronchial epithelium in a
dose dependent manner. These changes were less intense
in N-doped MWCNT. No obvious clinical symptoms were
noted in mice treated though other routes (Carrero-Sanchez
et al., 2006).

In a third study, MWCNT MUTSUI MWCNT-7, 3500
ppm iron content; diameter 100 nm; approximate length
1-5 pm) was administered to male p53 (+/-) mice with a
CS57BL/6 background by intraperitoneal injection. The
MWCNT was suspended in 0.5% methyl cellulose with
1.0% Tween 80 and administered one time at a dose of 3
mg/mouse. The animals were then observed for 25 weeks.
Other groups of mice were treated with C60 and crocidolite

inm

Figure 3. Structure of Fullerene 60 (C60) and Fullerene
70 (C70). (Courtesy of Dr. M. Ata; National Institute of
Advanced Industrial Science and Technology, Japan)
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(UICC grade asbestos) at a dose of 3 mg/mouse. The
incidence of mesothelioma in the peritoneal cavity was
14/16 (87.5%) in the MWCNT group and 0% in the C60
group and 14/18 (77.8%)) in the crocidolite group (Takagi
et al., 2008).

¢) Summary. Apparently contradictory results are
reported in the rat studies. In one study, intrascrotal
injection of MWCNT (approximate length 1-4 pm)
resulted in mesothelioma in the peritoneal cavity, but
intrascrotal injection of crocidolite did not induce tumor
formation; in another study, mesothelioma was induced
by intraperitoneal injection of crocidolite but
intraperitoneal injection of MWCNT (approximate length
0.7 um) did not induce tumor formation. Obviously, further
studies to the confirm carcinogenic potential of MWCNT,
especially MWCNT of different lengths, in rats is required.
SWCNT and MWCNT induced a small amount of
granulation tissue formation in the bronchioles and
bronchio-alveolar area in mice. In a critical study,
MWCNT was found to induce mesothelioma in p53-/+
mice. Data pertaining to the carcinogenicity of SWCNT
were negative in both rats and mice.

3) Fullerenes (C60/70)

Fullerene was named after Richard Buckminster Fuller,
an architect who popularized the geodesic dome which
resembles a spherical fullerene in appearance. C60 is
composed of 60 carbons arranged at the corners of each
hexagon and a bond along each edge resembling a soccer
ball (Fig. 3). C70 is composed of 70 carbons (Fig. 3) and
is similar in structure to C60. C60 has photocatalytic
activity releasing reactive oxygen species in the presence

of light.
a) Rat studies. No data is available as to carcinogenicity

and related studies in rats.

b) Mouse studies. Fullerene was tested for skin tumor
promotion. Female CD-1 mice were initially painted with
7,12-dimethylbenz[a]anthracene (DMBA): 20 nmol
DMBA dissolved in 200 mL acetone was applied one time
to shaved dorsal skin. 1 week later, a C60/C70 mixture
(6:1) dissolved in benzene was applied twice a week for
25 weeks. No tumors were found in the skin. Another group
of mice was treated with 12-O-tetradecanoylphorbol-13-
acetate (TPA) (5Smg in 200 mL acetone), a known skin
tumor promoter. The incidence of tumor development in
the TPA treated mice (100%) was significantly greater than
in the acetone treated controls (0%). In a co-occurrent
experiment omnithine decarboxylase (ODC) activity and
DNA synthesis, measured by 3H-thymidine incorporation,
were also increased by TPA treatment but not by C60/
C70 (Nelson et al., 1993).

¢) In vitro studies related to carcinogenesis. Fullerene
C60 was treated with polyvinylpyrrolidone (PVP) and then
dissolved in water. In the presence of rat liver microsomes,
treated C60 was mutagenic for Salmonella strains TA102,
TA104 and YG3003, but only when exposed to visible
light and not in the absence of light. Mutagenicity was
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reduced in the presence of antioxidants. The results suggest
that singlet molecular oxygen radicals were generated by
irradiating C60 with visible light. Further experiments
indicated that the mutagenicity was due to oxidized
phospholipids in the rat liver microsomes, in particular
those present in the HPLC isolated linoleate fraction (Sera
etal., 1996). Similarly, C60 induced peroxidation of lipids
which caused oxidative liver cell injury in the presence of
microsomes from hepatocytes (Kamat et al., 1998).

d) Summary. In vitro, C60 caused DNA damage when
irradiated with visible light. In one in vivo study using
mice, C60/70 did not show skin tumor promotion activity
in a 26-week initiation-promotion protocol. No long-term
carcinogenicity studies were reported.

Overall Evaluation and Proposal for the
Future

During the development and marketing of
nanomaterials, risk assessment of these new products has
been perfunctory at best. While nanomaterials have
undeniable benefits, their use also has undeniable potential
risk. This risk must be addressed in an unbiased and
thorough manner. Only after the toxicity of the various
nanomaterials is understood can their true benefits be
realized.

In rodent studies, nTiO, whether administered by
inhalation or intratracheal instillation was shown to induce
lung tumors with characteristic squamous cell morphology
in female rats. These nanomaterials did not induce lung
tumors in male rats. Our own studies have also shown
that instillation of nTiO, into the lungs of female rats
showed tumor promoting activity and resulted in elevated
ROS-mediated damage and production of inflammatory
cytokines. It is reasonable to assume that other metal-
derived nanoparticles, such as aluminium and copper
nanoparticles, and metal containing nanoparticles, for
example nCB-metal mixtures and SWCNT and MWCNT
preparations, are also capable of producing these effects.
Nanoparticles such as nTiO,, nCB, SWCNT and MWCNT
when intratracheally administered, were detected by light
microscope as aggregates or agglomerates and these forms

Nanoscale 100nm Larger
Particle |, 5 o
size i !
Lung tumor Induction in Female Rats
[
Tumors k

5 Alveolar cell
tumors

Squamous cell
tumors

Figure 4. Schematic Presentation of Carcinogenic
Effects of TiO,, Carbon Black. Carcinogenic effects were
elicited by both nano-scale and larger sized particles

are reported to induce foreign body granulation tissue with
various degree of inflammatory reaction. Although the
relevance of foreign body-induced chronic inflammation
to carcinogenesis is not clearly established, it is possible
that reactive oxygen species (ROS) produced by
macrophages attempting to destroy the foreign material
in the inflammation site may cause DNA damage
associated with carcinogenesis. Another possible
contributing factor is metal, for example from metal-
derived nanoparticles such as TiO, or from metal
contaminants: these metals could also be involved in ROS
production. Thus, it is possible that the observed
carcinogenic effect is not specific to nanoparticles but
rather associated with their ability to induce persistent
foreign body-induced chronic inflammation and/or
introduce metals into susceptible sites. For example, TiO,
and carbon blacks larger than 100nm in diameter are
known to induce lung tumors including similar squamous
cell morphology (Nikula, 2000); (Pott and Roller, 2005)
and both of these materials (larger than nano size) are
classified as into group 2B (possibly carcinogenic to
humans) by WHO/TARC.

Mechanisms for mesothelioma induction by MWCNT
in mice and rats have not been elucidated yet. A possible
contributing factor is metal: Transition metals, such as iron,
are commonly used as a catalytic center in the formation
of CNTs, and contaminating metal in SWCNT and
MWCNT particles could catalyze the formation of ROS
by the Fenton reaction (Liu and Okada, 1994). One
example of this type of toxicity is that human keratinocytes
exposed to SWCNT were killed by ROS in the media
(Shvedova et al., 2003). Another possible contributing
factor is the length of the MWCNT (Pott and Roller, 2005,
Muller et al., 2009; Sakamoto et al., 2009).

As noted at the beginning of this review, for reliable
risk assessment long-term animal studies are
indispensable. This is particularly true for risk assessment
of potential carcinogens. The standard for the evaluation
of the carcinogenic potential of a test chemical is testing
in two rodent species, generally rats and mice, of each
sex, at 3 doses (0, low and high) of the test chemical for
up to two years. In the studies conducted to date concerning
the carcinogenic risk presented by nanoparticles, there is
a noticeable lack of long term testing: No long-term tests
of any type have been reported for either SWCNT or
fullerenes. Importantly, the primary goal of risk assessment
1s not to simply ban a product from the market place, but
rather to determine product safety and establish guidelines
lines for its production and use and promote consumer
confidence. Given the known ability of many
nanomaterials to induce mechanisms which are active in
humans that are risk factors for carcinogenesis, for example
ROS and inflammatory cytokine production, the continued
introduction of these materials into the market is alarming.
Establishing the safety of these materials is urgently
needed.

In this short review, available in vivo data concerning
the carcinogenic effects of nTiO,, nCB, SWCNT and
MWCNT, and Fullerenes is outlined. Of these, nTiO, and
nCB are classified as possibly carcinogenic to humans.
Testing of the carcinogenic activity of MWCNT produced
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mixed results. SWCNT and fullerenes have no
carcinogenic activity in the studies conducted to date,
however, toxicity testing of these materials has been quite
limited and both of these materials have the potential to
produce ROS. The observations noted here may apply to
possible carcinogenic risk of other nanoparticles because
of shared mechanisms of induction of inflammatory lesions
and ROS generation. Our conclusions are that
nanoparticles are clearly potentially toxic/carcinogenic to
humans and their toxicity must be assessed, and their
production and use managed appropriately.

Acknowledgements

The authors express gratitude to Dr David B Alexander
for assistance in preparation of the manuscript. The
collection of the references was supported by Health and
Labour Sciences Research Grant (Research on Risk of
Chemical Substance 21340601, H18-kagaku-ippan-007)
from the Ministry of Health, Labour and Welfare, Japan.

References

Baan RA (2007). Carcinogenic hazards from inhaled carbon
black, titanium dioxide, and talc not containing asbestos or
asbestiform fibers: recent evaluations by an IARC
Monographs Working Group. Inhal Toxicol, 19 Suppl 1,213-
28.

Carrero-Sanchez JC, Elias AL, Mancilla R, et al (2006).
Biocompatibility and toxicological studies of carbon
nanotubes doped with nitrogen. Nano Lett, 6, 1609-16.

Dasenbrock C, Peters L, Creutzenberg O, Heinrich U (1996).
The carcinogenic potency of carbon particles with and
without PAH after repeated intratracheal administration in
the rat. Toxicol Lett, 88, 15-21.

Emerich DF, Thanos CG (2003). Nanotechnology and medicine.
Expert Opin Biol Ther, 3, 655-63.

Heinrich U, Fuhst R, Rittinghausen S, et al (1995). Chronic
inhalation exposure of Wistar rats and two different strains
of mice to diesel engine exhaust, carbon black, and titanium
dioxide. Inhal Toxicol, 7, 533-56.

Kamat JP, Devasagayam TP, Priyadarsini KI, Mohan H, Mittal
JP (1998). Oxidative damage induced by the fullerene C60
on photosensitization in rat liver microsomes. Chem Biol
Interact, 114, 145-59.

Koyama S, Endo M, Kim YA, et al (2006). Role of systemic T-
cells and histopathological aspects after subcutaneous
implantation of various carbon nanotubes in mice. Carbon,
44, 1079-92.

Lam CW, James JT, McCluskey R, Hunter RL (2004). Pulmonary
toxicity of single-wall carbon nanotubes in mice 7 and 90
days after intratracheal instillation. Toxicol Sci, 77, 126-34.

Liu M, Okada S (1994). Induction of free radicals and tumors in
the kidneys of Wistar rats by ferric ethylenediamine-N,N'-
diacetate. Carcinogenesis, 15, 2817-21.

Muller J, Delos M, Panin N, et al (2009). Absence of carcinogenic
response to multiwall carbon nanotubes in a 2-year bioassay
in the peritoneal cavity of the rat. Toxicol Sci, 116, 442-8.

Muller J, Huaux F, Moreau N, et al (2005). Respiratory toxicity
of multi-wall carbon nanotubes. Toxicol Appl Pharmacol,
207,221-31.

Nelson MA, Domann FE, Bowden GT, et al (1993). Effects of
acute and subchronic exposure of topically applied fullerene
extracts on the mouse skin. Joxicol Ind Health, 9, 623-30.

980 Asian Pacific Journal of Cancer Prevention, Vol 10, 2009

Newman MD, Stotland M and Ellis JI (2009). The safety of
nanosized particles in titanium dioxide- and zinc oxide-based
sunscreens. J Am Acad Dermatol, 61, 685-92.

Nikula KJ (2000). Rat lung tumors induced by exposure to
selected poorly soluble nonfibrous particles. Inhal Toxicol,
12, 97-119.

Pott F, Roller M (2005). Carcinogenicity study with nineteen
granular dusts in rats. Eur J Oncol, 10, 249.

Rittinghausen S, Mohr U, Dungworth DL (1997). Pulmonary
cystic keratinizing squamous cell lesions of rats after
inhalation/instillation of different particles. Exp Toxicol
Pathol, 49, 433-46.

Roco MC (2003). Nanotechnology: convergence with modem
biology and medicine. Curr Opin Biotechnol, 14, 337-46.

Sakamoto Y, Nakae D, Fukumori N, et al (2009). Induction of
mesothelioma by a single intrascrotal administration of multi-
wall carbon nanotube in intact male Fischer 344 rats. J Toxicol
Sci, 34, 65-76.

Sera N, Tokiwa H, Miyata N (1996). Mutagenicity of the fullerene
C60-generated singlet oxygen dependent formation of lipid
peroxides. Carcinogenesis, 17, 2163-9.

Shvedova AA, Castranova V, Kisin ER, et al (2003). Exposure
to carbon nanotube material: assessment of nanotube
cytotoxicity using human keratinocyte cells. J Zoxicol
Environ Health A, 66, 1909-26.

Takagi A, Hirose A, Nishimura T, et al (2008). Induction of
mesothelioma in p53-+/- mouse by intraperitoneal application
of multi-wall carbon nanotube. J Toxicol Sci, 33, 105-16.

Warheit DB, Laurence BR, Reed KL, et al (2004). Comparative
pulmonary toxicity assessment of single-wall carbon
nanotubes in rats. Toxicol Sci, 77, 117-25.

—148—



15

Bull.Natl.Inst.Health Sci., 127, 15-25 (2009) Special report

PEER T/~ T U7 N ORFRE B MIERNEICR T ORELBIER B RO E R
FHERET, WAES, EH M

Research strategy for evaluation methods of the manufactured nanomaterials in NIHS and importance of
the chronic health effects studies

Akihiko Hirose®, Tetsuji Nishimura, Jun Kanno

Manufactured nanomaterials are one of the most important substances for the nanotechnology. The nanomateri-
als possess different physicochemical properties from bulk materials. The new properties may lead to novel bio-
logical effects and also may or may not cause unknown adverse effects. However, the toxicological evidences
are very limited, and there are no standardized evaluation methods at present. Some domestic and international
activities are ongoing, in order to share the information or to standardize the methods. In 2005, our institute
launched the research on the establishment of health risk assessment methodology of manufactured nanomateri-
als by funding from the research grants of the Japanese Ministry of Health, Labour and Welfare. The project
contains four themes. The first is development of measurement methods of nanomaterials from biological sam-
ples. The second is development of dispersion methods in in witro systems. The third is development of inhala-
tion exposure systems. And the last is development of iz vivo systems for evaluating long-term health effects.
As evaluation materials, fullerene, titanium oxide and multi-walled carbon nanotubes were chosen because of
their high production volumes.

In the course of the research project, we revealed that the nanomaterials were competent to cause chronic
effects, by analyzing intraperitoneal administration studies and carcinogenic promotion studies. These studies
suggested that even aggregated nanomaterials were crumbled into nano-sized particles inside the body during
the long-term, and the particles were transferred to other organs. Additionally, long lasting particles/fibers in
the particular tissues may cause chronic adverse effects. The phsyco-chemical properties or toxicity mechanism
related with these chronic effects were considered to be different from those properties or mechanism related to
acute toxicity. Therefore, we suggested that the toxicological characterization of chronic effects by nanomateri-
als would be important for the future research. Also, investigations of the toxicokinetic properties and biological
interaction with nanomaterials are important to predict the chronically targeted tissues after exposure.

Keywords: manufactured nanomaterials, fullerene, titanium oxide, multi-walled carbon nanotube, chronic effects

FU®HIC
FoFrouY—=ik, I A AP ARDRT—
LCHE O - B EZEIET 5 2 & T, iR EN
AR EOWME R(EY TN L &h, B
LTEOEFERMEDORTRY, /88 (/<
FUTN) ELTEZSNAIFHRBE -HENE, 0T
)T ) aU—0RLHREEEBoTWD, EEML
LCAESNSF 2 <7 T ML, — i & bR
X XO—WRITHI00F ) A=t AVUTTHLIHMEL LT
THEINTVWD, ZOXI R{LAYITHRBMIZT 1
HERTFEOR MR (L300, iR, B, ¥, B

* To whom correspondence should be addressed:

Akihiko HIROSE; Kamiyoga 1-18-1, Sctagaya, Tokyo 158-8501,
Japan; Tel: 03-3700-9878; Fax: 03-3700-1408; E-mail: hirosc@
nihs.go.jp

—149—

W, EmER) FHLTWS. ZhbOHIzX Y &
J=F YT L, FMENDDIWVITEFNREREH DV
BB D B DD, BROLE, MEMBETLE
LTE LT—BFEALNPLRBBICVIZAZETOHR LN
ISRAORERHF S, BEPHEEFEUOER~DOREL
HEENTWAS, ZOX B RABFICGARRAE
naED, FoT Y T AL REROLDRRES
NTETRY, TONHEELHATEH IR, Lk
AEMEOBENSUTOLIICHETE I LEX
bhb.
cEBILe R - &R T B{LERGIo,), ZRBikFx
(Ti0y), 7 /v 3 F(ALO,), BE{LE(Fe,0, Fe,05), BE
{LHESN(Zn0), Be{bA ¥ LA X (ITO) 72
CREBERT TV, I—RrF ) Fa—7 (CNT),
A= T 7 AR—=IE



# 127 & (2009)

T 0 VA BEBRRBEE R R T A B

BT R R LENT-RE - kA (B

B, v¥Iv, BEREY) K)~— EHF, 2

B, VR =iy

FEOM, FarRYy e LT, FOBF R
FHEDEDIHEEESE LTR)I—EF vy, &
B h) oo ABRPRICHEEATAZ b H 5.

IOEYRT T Y T ADEFEC b AR B
i, BABINCOWEICER, HbHWIEAEREBRLT
MENICETIEEAPEZ TS D L2 ERLTVA.
45 E, KROBBOEMFIELSNC L B EACR
BHLHEZ LS EL b M, AROFERFETHA
ENORHHEREE, SOEME, BRENEEINE
BORERBICIZREOBRS LTI LNEESL
%, LoL, TNLOREOHELZERLTARESNE
MR L LCOF ) BRI BIE T8I O
THEZLORTRATH S, oT, F/<=F I FTAR
AR EDERABIERT 2R, T/ ~T Y TADHE
RERET TR ZEMICET MR L +OICERL, 7
=TIV TNANORARZLLTED NS LD IIGT
BT ENRRDBENTNS,

SAEIEE (ADME) 1EHROEE M

— MBS, (LEWEOREEEFTME (VA TEA R
VN OEKRELT V— AL, BESTME ZETE
BLUH 2 OFHHAEZ LE - AT HREBOY 27
HEDa V=R bRLRY LTS, SHICEE
PEETAE L, HEMEOMER (hazard identification) & AES
JFFAT (dose-response assessment) (241 BB, D
ERZV—LBEKIE, /-7 TAOBREREIMC
BATE2LDOTHDEBEXONEN, /<=7 V7
AT 2T e B F I E R 85 5 &, (AN
& ((% absorption, 4> Fiidistribution, X Hmetabolism,
HEiltexcretion (ADME) 1#ix, —MOLEHHEA LYV E
BEREBEREEOLEZLNS. FIXE, BTV A X0
IMEIRFNETEORE SOEDICAEERIBEATS Z
LIV EEZONTWIWEDR, EENICE AR TTHE
WY BB L OB OSEE R T RO B, &
EHDOIWTIIRFHV ORERESERTIZLICLDY
FSTEIZEN LR mEED -0, ThE TRIGHRZ
LWeDICBEETH L EBEZALNTRFTHoThH, &
BEMRIGETRT LI RAZ NSNS, F
T, RERUGFTHESCRETMICS VT, EREDNT
ETVRERLY bREBORAEMEDOHE I 22 EDFID
A=V BT U725 3 8 7e 7E ER9RTH 23 7T Ak
WZRBZELEHEINTVWE, 2oz kix, 7 /=7
T KB EREEITE OBARAERD Th DILEME

FOME L LT—EMNICRESND LOTIIRL, KF
DORESRPBRIZHEFT DL EZROLTNS, Fi-,
REFRFICB T 5 RERE (OHRETH 20 EERIET
HHN) REBERE (RA, B0, BERE) LodEs
BOEILE > TEFBARD B VIR AR DR FDERN
FEENIRR-TL BB EExN (K1), FEERE
Al TR OIEFME I RT, BEEEE &LL<
DERZZRBLZTHERLGRNIEERL TS, *
To, T/ =T U TAOEELRTWHEEIL, SHahs
MBI L > TEREOBEEZ RTZENTHEENS. L
BT, F/=F U T ADEEIZADMEDOHE DFE
RO ESE (EEEE) OEOMmIbRkE{ELD
HEFSTRY, ZhoDERIE, —BOLEHE LY
RERERBVWEH LI DEEZLNS.

E1. BEShHRBRE L RNERDOENERE

FEDRET P o ©
RETIN? B o0 ©

SRR

WE (RUR—HEITHE)

’ B (B8 B TOLE

AERBHCOMTELEL

ERRTORM 54 Pt
SE R R A RER

ERBHFEOEEER

EHEHBFORBZORROLEHN

ADMEE#H 2 BG4 572 010iE, BERIEBML LL
ERZKIET LRESNAENLICT ) ~T U T LDFF
ETDZEERTIENMBETHY, FFEFERBFT
B, FE- - EBTEDHEEH LR TSR0,
TFEOBRHBICE, FERBZEERTHIENE, EERNDOTF
EREZFRET2ENNSS. FEELZERTHIANL
LT, NEWHEEERRENHOOHE - HEEL, BH+5
FiEakLDZENTED. 21X, @B /W34
R & RS ER NN 7%, MEIRIE LBt o &8 7T
ROBEFEREAET 7 X< HENVE TONT 5 FiE
ERDIENTE, 75—V OBAIE, AEEBHS
L%, WA a~ b7 7 4 —HESTEHTHNFTS
FERBERATHD. LrL, Zhb0FETE, F /<
TUTNDOHFERZORERTMT A EIXFAETH S
D, EENTHEBRICT ) ORETHEEL TWDED D,
HOVRTEER I LT Y, ENRgcs

—150—



ERERT /<7 ) 7 AORERETANERRIC BT 53R & BRI 0 R 17

B REE R AERNURCEEE RIET L ELONDLE
BoF /) <~T ) TAVOFERESERET S Z LIXTER
V. BREITIE, EBEADOEER S L MRS LE
ThhH. —F, =R F /) Fa—T7Ti, ERIZLED
ERBESHE TS Y, WERRZ HEEINEfE & N
JRIGTHE L, ZRAETFREESE TR EL, FH
T B FIELUSMCHERICE T 2 F B2 VKRR T
HBD. TR, EERICERYDRAARER, BRERL
BESRETE A HERERTI DI, MRBEIZ
BRI TN T A FEORB LA THEEEXD
AR, EHRILTAZ LTIV F /=T Y TAORNME
REBRIGICEEE LETAREEEZBRLRTHIE D
20N,

BEmAEL OV EN

BIF DT /YA Rz X A EMmMEEO# KT, —i%H
IR FOBEMEZHRT A Z L BNMbNTERY, ZOk
EMT EROKADEEZ KELLEATIRTTHLET
TRL, EREEERIMMT 5 O0ORBRRERBIZBNT
LEELHERFTHS. o vioRBRE T, KROE
BiE BV EBRIEIC AR B0, KEEME CRELST
W T U T AREBRPICEE TSI LR, B
KABMESEAZEPRLVEERREL 2D, HEHIE L
T, REEEAICEK - BUKEELE b OEE L 72 5%
BOEFERSLEL DN, FHEISEOME LS ETFT
AMEREEN AR EL T T FEEEZER LT,
EREEODRVHEERERT LD, b LIIEEDOH
WE (BRE) oFERZEx by, iz
i, 75—V R MR HRREE CRSICERT
BN, BEEEOBESCEER & OBMED DI by
TUBHRORBIIRBOTRARFIRR 5. Skl L
LTHED R RmEES S, BIRE CIIMIRERERH 5
T=OHEIBEAH Y, MROAEERCHRET A ERICE
Eh B X ROETRBEORRALETHE. —F, &
REAIE WA EE & LT, mgHEES Y A v
JEMRHD. ZhBHIE, MEENSOREE KT TR
AR, BEOEERS L LTHRMEATVD Z &0
BLENIABHEELDD, BRIELTVORIMBE
WCIEEIRER S S, £-, AILEE —EEEBEDY RY —
AL ERRODBRTHBEEZOLNDN, VRV —LH
Bl LERTAMBICE > TIRESEERT LB H B,
LaL, VRY—AELHIEECHEAEERIZLY, 7/
= F VT ARHBRERICEALT, FMETHFiEL LT
HEREREVWEEZLND. £, KE~OHHIER
HEVEELRLS ThIvin vitok L LT, BREHZED
ERTHEEETNOZBEBERELHAN ST, M
LAV OVEFE 2 RS AT DICBE IR R LD &

HEEN 5.

B AR BT ME T 5 2Ol vivoDESRE)
WMERANEHENPLETHS. LiL, BEEOEES
SYECRBE SR P ARSI b E R RITT L E XD
, in vivoR THBEEIC O LI REFEORENLE
ThDH, BOSTEEAL LTI, EIEERBERIY
EEZAHZEREE L RWED, WERBY, BEE
BLTWAREZAWTOSBP B SND. BAlOE
WELT, R&RME 777, BEEEBERY
mMEFEE, VRZ U0 E, VRY—L, EEOF
BAESEOFERIBRIT SN, KERE LTRET D
OIZE, RmEMSA (Tween20°Triton X-100%%), y-
s XA M) VEOBERERVTRCOBEEDS T
ELHDH., 75— LT, a-rilcERLTROER
ETAZEMNAEMETHLZERMON TS, R 4%
DBEAE, BOBRBOBALRBRVAENEBETH DI
W, BRIOBENERD, BEE LT, BEEDOSV
LT RX UL U EOREBER L EREORNERE
% U< I RMEBEWERZ &0 0wH % B iokKis RN
BTSN, BRED D WIBM%RO KGRI COE
EL, F )T U TNAOERECEEENIELTDZ
LEREE LR TEARLR.

WARERRRAOHEROLEN

BIED L Z 5, AEERBINOBS»BED ARIEDCSR
WERERBIIBRARBE THIEEZ LTS, ThE
T, 7T U TR S THREL T O WA RETRIL,
LB, SWRIT, P AR EERLICESEAThh

S TWBEZIATHY, EFEEEICONTD, THOH

EOMANBERTHHZLERALNTHS. LinL, £
EREORREE 24T 5 BRI, ol F =T U T AACHE
BOBERLLT VLR EDOX HIZHE I 20N TD
BEAMBELRD, HICHEERPRKEVWEETHD &,
ST OMRE XS 2H IO D LI L 5WEN 2
TWREEE RS EIIRY, A L b miEE TRIE
RERBEWRIILETHD LBbnb. RRMEERE
Wi, —EERTORETIRSIESRENRSEL, R
ABRELXRAVIRARBERHD. FLokBATHIC
LTh, 7/ =TV TALOBRAEBRBRZL LT, FiZ
B Lo DR O T DT T2 AR Sy BE D BRI S
HTHD. IS - KENEEORAILE, R5EE
DFER, =7 WAL T B 72 O & A OZER
BUBETHD. DR L LT TweenZ O FmiE AR
Wy —7727 %2 bOERABRAEN TS, TR
DOERICBWTE, B2 LT BT 1
SN I DR T RAEHBOEBHLETHD.

—7, R FIC OV T, ZTRETT AR MR

—151—



Kt

18 [ES|

fi

i £ #5127 5 (2009)

TARA MYEWTHAD AL L AMIETERE SN
EEBRBPFRETHDEEZIOND. 7T AR MEBMEIC
DNTHE, WBARCHFRIE, MREECHERIEERE
HThHY, ZHOBRAREERIC L D ERBRIEY 7]
BETH B, TRESFHMEICEL CEERNEECL SR
BRLERACEZHEORVERTHLDL EENRTWAE. T
BEIEHAELTCWHRBEELRRTE, HFEOBMECR
ERIIMAT, B~E+FITh 2 EERNICBT 5%
BHETHILEZONTWD, TOk), BEETiln
vitro B RSP B D RABRIC K W EHET A 2 L NEEET
BV, BEHOBYRBRALEL 2B, ZORBEICET
DI EERIIRN T 3.

F/RFUTIVICETHIEELEBFTRORR
FEFILSIRICLT=2 TER T /T2 —F L CERKE
BEBRENTOIZEIEENICEARTETHDEEZD
N, FOEOREMIHMEEZSEICBWEE S/ =TT
NOERHEEEELEA TS, Fkimic, =
NeOEELENT ) =T VT ACE L TOFESE
AT bDEEZ BRSNS, BHERATIE, ENOWE
WZOWT DM AR EFRERICET2FRLIELNT
WAV, Lvh, LEECEAEEXMLT, ZEBLT
BRT5 =Ly, =R F ) Fa—T o WE
WBLTOBERICBOENLTWE LN DR THSD.
ZEBEFEUEBTS CBEIE, H<nbLABER
ELTHELRTETEY, FAOENTRALTBMY &
LTHEASNTETWAS, EE & LTI, —wmagi
2~300F ) A=A BENTHEN, BEKREQESE.
BERETBAL TWD, EEL, SEIAEHEOAARETE
HEEHHE L LY —REBRO/NEWNF hiF (1-507
J A=) BERENBL IR T& . TEME
RO ITRFOTRE LTAFAR L 7 F 2 —F R
SESh, 7 -BRONMEERR L VRN EE X
LBILTWaD., BEEE LTOERNBERCTH - 7219894
DIARCOFE B AMFEMTIE, T v h~ORAERTH
ARBICBV TOLREBOEMPBRBD b2 O
O, B0, BT, fRFANBLUEENESOVTRIZE
WTHEBMERICB W TRIEESESBD LT, R4+
REZEF—FZOIDIN—TIHEENRED. Lal,
FD%, EREA TBIOT JRFOEFIZBNT, &
ABLUORENEZESICLD Ty hTORBAREERD
WmERTHEZEZEL, 20065E2H OIARCO §F1f T
i, Group2BIZZEE &N7-Y. F /¥4 XOKF (ultrafine
particle) &7 I 7 1A ORI F(fine particle) D
ABBIZLAREMEZ B LUEZHELSIL, 7/ AKX
RFIZRDRERIGOFRRNETIHEBFEINT
WA, TEMLF F A RENE T LEE T,

BBRDOY A X LT ) YA AORF TRERIGIZIE N
DRV ELBESATHAEDY., LinL, VFARL T
FF— BRI E R U FSE T, R A XRE% T
TFE—BROKER, REKGPELS, REEEOEN
DEELRRFTHEZELFRBEINTNSEY., —FEL
F &, BET DA OPIZENERSEO B CER
S, EEREABOEHE2 RO AEOEMNTT ) ¥
A RSN DBPERENTEY, 7/ FA AHF 0
RIERBEIZLDRET, BT REEBEREDO—DTH
5. LinL, BITREBSEIEE, 25F8CBELTHA
ADBNZEBEEERE Lo@iE e <, WU
LT T Io/NEOTRERH 5. BEETIEDFI RO —F
{bFZ o, AEBPLEREOFIREL TNAD I LER
L7IeBENSH DD, ZOEB~OBREDBIIIAERBICE
PRLTWAEESDLTH-7=". E-WORETIE, =
BbF Z TV RFIC L DEBE~OFBREITIZE A ER
ERTHWARWY. Lil, 5-20nm &9 K5 2R G
BLF ¥ N EEERL, HRNORERHAEERT
DAEFEMEIXIER S h TRV, 4%, BHEEB L%
BLEELWEBLBETHDEEZLLND.
IS5—L27T— L ik, BRERVPONTBELEES
WCRFESEDZENTE, KBREIZ XL VB RS i
IRAF R OBESTIEL, KIGHEORW—F
BEEEREZERTEZEDPMON TS, BiETRARER
FBRMEICE LT, AIEERBHE & S LR TE
BRIz o0 Ve X T EHBECTEREEN RIS N
9, B U —BEBEE,OEENICT v MR 2 o
V= AOERIC X0 ERL U IBEM LR E S ER{LAIDNA
BRI EBILEIENREBENTHS. LAL, =7
07y —UERRAWEIMOERTIE, 77—t Lib
EMBRARICKTHIREBITELAERDLEN TV A
W TS5 — L OBHICETAHEIR, FLAERE
N7 I—L Il T500T, RiEHOTF— 1L
VICETAERED . RIEMOT T — L2 L KB
b7 Z— Vv ®in vitroTCOMIBEZEHICBE T 2838 T
W, RIEEHFOT 7 — L OFPHEEORNZ & 2VR
ENTWAE 9%, W75 — LB L CimgkgE T
Z v PARERNETIC L B vivo BLEIR 5 EB T, &
HHb—\EORERGERL, FORISHEZIIEND
RO BN, EOgs LikEHD 7 T—1L
DOEMFELHAREIRVD, 77— riEv T X
DEEEMICR L CORFAREERSPERAREER %
RERVWI ERBEIRTWASY, F7-, UVA BETFT
CO07 T — LoD MV ERE~< DU ADEEICKIER
B UTEEBRTHE, MBS LND, FEBARRLN
Motz KB T T — L AT OWTIE, IBIERORE
~DOGEALPBD THRETH Y, i viroR TIIERA L

—152—



BT /=7 ) 7T ORBEREFMER IR DM LIRS EBTIEO R 19

R MAIOBEE ST B, m vivoRIZBIT 21ER
bR, RRIZoT-BEFROERPLEEND.
H—RoF/ Fa—T N CNTIZHEBEZITER D
ik E L, TRFNSWCONTE X UMWCNTE L TH
HEN50, TOMEICLYBOROHEE, #iE0R
X, FHTAMEERER ENRER D2 REERTFET
A, Fiz, HAEOMWCNTOFRNT AR MIEE
LT3 Enh, ZOEBENZBSIZOVTELA
B-nTws, £9, SWCNTIZ2WT, v hERU
TARRENEE L, W~0BE2RFELE-ERICE
W, AFEFRE MEERELSIEEITIL0H
EENE? Y Warheitb DT v POERTIIZRMER
HENMBESN, BEROREBICIV T/ Fa—T0OHE
(VDAY AEBEBEOAEENRED N, IO
LT AREERFN CAKORL 2 RYFIG LR D
TERTE, AEENEEEREZELL VL L
EZzHNTWS. £, LambO~ U A EAVWEEEN
BEESHTIE, BHEBECEERHOLDI /A —VRT
L O RERBOBNT ESRENR. —F5, SWCNT#%
WHIEW AN LV <= 7 A EE S EER T, BALO
R, BEYA FAA v, BEAEOTELEIN X
D, SWOCNTRBHEREIGERE Z 32 L 2R LN,
SWCNTD~ 7 17 7 — & ORIGHIT—BET, RE
HHREEEELRVEEOBRMEEABDENTND
B Xbiz, WEICHE T LERTIE, KBRS b=
RUTOINEFF 8, BEINVR= L EEDOEL
S 2 b R TDNARBENRRE L, ApoE-/-hJ
VAV xzmy /=T AT, 7T u— AEEAREE{LEE O
TREmTHZ NI, MBERICBIRENT, &5
PR RTHRENRR SN THE®. 5y NIEERN
BE LIEMWONTHE, B5%60BZIZHIRICEFL, B
EEREEORERSERI LaT =4 ) v FRRFE
PR L. ZOERTE, EH559%um& 0.9umiZ ) #
L7=MWCNTO #5112 X 3 Lk 7R 3T hoi, Hiaio
MWCNTO %< BEEICER LREZ R LTV, #
L AR UM ERICRIT 5 RFIELEAL
T, = 7 AITMWCNT (200-400pg) % K& W
T UREERTIE, WORERGIE—BE TN 7208
B 5 RTE Lo /MR OTEE(L & B EEA OBEEL Z ik
HELTWAAREMEAREIRED, —F, 7AA ML
DR OFEREPSHESNDIRAREIT LD F AN
2B EEOEREDOBRAICOVWTIE, RIEEENEEI
I hEESRIEERET A3 OOMEEENRRE SN
7P b oEENEEIC L SWRIE, BELTD
NE-—EOWIEEEEL LTEBEINTHER, TAN
A M EOMERALTIZ X D PR IEFE ISR e U7 FTE
RTHHOT, TOZEERKEROTFEMCOVNTILEL

T5.
FOMOTER ) <7 U T ACET AR, &6
W BRI L RE S Twizy. UL, EFE3
HOF )TV TNMIBETLIHREZRDIMPVIZBNT
b, HFOKRE SPRMELIT TR, RIMEESCHER
W LEBENERLETHAZ EBRINTWNA.

il

BEREZETMERRICET2EE

F =T VT IOEENEIIIEEN L EBICL S E
BEELHREICH T AWRFRIIREDL A LRO
IHTELNTRY, BE2ERMICITMT2HE b E
EoTWRW. Fi, FHMET 2o 0REEREREICHE
LT, F/=T YT NAOMBLERNRREEZSETS L,
HEO®R S ITE, BEHE, TEREOERENLINET
DALEDE OFEFIEICI_TEEEREWEEL LN
B, BRI E SO TEBHRFELLETHD LED
N5, Em, F/T U TAOESRIASE O E )
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