24 26

24
(Ti) CHL
MPC
CHL
RAW264.7
CHL A549
PHEMA CHL
25 26
TAT B-TG SC5b-9
TAT B-TG
HEMA/MEA
HEMA/MEA MEA
TG PET PC

TAT B-TG
PMe3A PEOEVE PTHFVE

Ti

CHL A549 RAW264.7
A549

HEMA/MEA
HEMA/MEA

PC

TAT B-TG C5a SC5b-9
TAT B-

TAT B-TG

PHEMA PMe3A PTHFVE PMEA PEOEVE
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2-
methacryloyloxyethyl phosphorylcholine
polymer (MPC ) poly (2-
methoxyethyl acrylate) (PMEA)

(CHL)
24
CHL
A549
RAW 264.7
25
12 15

0213001 15 3

No.36

ISO 10993-4(1992) ISO/DIS
10993-4(2000) ASTM F756-93

24 3

0301 20

2002 ISO 10993-4
(Biological Evaluation of Medical Devices -

Part 4, Selection of Test for Interactions with

Blood ) 2006
Amendment
2009
24
20 ISO 10993-4(2002)

/Amd.1(2006) ASTM F756-08

NIH ASTM
MHLW 3

ISO
10993-4



ISO/TC194 WG9

24 20
8
5

13

ISO JIS

25
26
PC
- TAT

B- B-TG

- 44 -

SC5b-9

2-hydroxyethyl
methacrylate (HEMA) / 2-methoxyethyl
acrylate (MEA)
TAT
B-TG
C3a Cb5a
SC5b-9

poly 2-[2-(2-
methoxyethoxy)ethoxy]ethyl acrylate-co-butyl
acrylate (30:70 mol%) (PMe3A) poly (2-
ethoxyethyl vinyl ether) (PEOEVE) poly
(tetrahydrofuran-2-ylmethyl vinyl ether)

(PTHFVE) PHEMA PMEA
1) Ti
Ti 33.5mm@ x2mm
Ra=0.4
()
2) 2-Methacryloyloxyethyl phosphorylcholine
polymer MPC
MPC LIPIDURE"
() 6-well 96-well
Nunc
3)
Pre-coated PET 34 mm@
0.1mm H24
Polycarbonate PC 34 mm@
0.1lmm H25 26

2-hydroxyethyl methacrylate (HEMA) : 2-



methoxyethyl acrylate (MEA)= 100% : 0%

PHEMA  75%:25% H75M25 50%:

50% HS50MS0  25%:75% H25M75
0% :100% PMEA 5

HEMA/MEA
1
wt % MeOH 100pL
4000 rpm, 10 sec,
PC
Polyethylene
terephthalate PET
HMEA/MEA
HMEA/MEA
PC MilliQ 2uL
20
5 PBS
PBS 37
Milli
Q
poly 2-[2-(2-

methoxyethoxy)ethoxy|ethyl acrylate-co-butyl
acrylate (30:70 mol%) (PMe3A) poly (2-
ethoxyethyl vinyl ether) (PEOEVE) poly
(tetrahydrofuran-2-ylmethyl vinyl ether)
(PTHFVE) PC

HEMA/MEA PMe3A PEOEVE
PTHFVE

CHL
JCRB
American Type Culture Collection (ATCC)
(USA)
A549
JCRB

RAW264.7

International Alliance for NanoEHS
Harmonization (IANH)

CHL 10% heat-inactivated fetal
bovine serum ( FBS)  penicillin-
Minimum Eessential
37°C 5%

streptomycin

Medium (MEM) (GIBCO)

C0O,-95% air

A549 10% FBS 1% non-

essential amino acid (NEAA) (GIBCO)

MEM 37°C 5% C0O,-95% air
RAW264.7

10% FBS 2 mM L-glutamine

(GIBCO) penicillin-streptomycin

Dulbecco’s Modified Eagle Medium (DMEM)

(GIBCO) 37°C 5% CO,-95% air
3.
4
Ti
1)
35 mm@ IWAKI Ti
CHL 2 X
10* cells/ 2 mL 4
2)
100 CHL 35
mmaq Ti
35 mme@
5 7
3) in vitro
CHL 35 mm@
Ti 35 mm@

3 x 10* cells/ 2 mL



48

C MMC Kyowa Hakko Kirin

.MPC
1)

6-well MPC
RAW264.7
mL 1

CHL A549
2 x 10* cells/ 2

Nunc 6-well
2) ATP
CHL 10 x 10* cells/ well ~ A549
0.5 x 10* cells/ well RAW264.7
10 x 10* cells/ well 96-well MPC
24

24
CellTiter-Glo®
Luminescent Cell Viability Assay ATP
, Promega
45 90
Nunc 96-well
3) in vitro
CHL A549
Nunc
3 x 10* cells/ 2 mL
48

6-well MPC

MMC

.HMEA/MEA

1)
6-well Costar 5
HEMA/MEA
uv 5 min x 2 PBS
MEM 3 mL/ well
CO,
3
SEM
2)
6-well 5
HEMA/MEA
uv Sminx 2
3 mL
6-well
CHL 3 x
10° cells/ 3 mL
6-
well
Costar 6-well
3
SEM
1)
6-well HMEA/MEA
uv 5
min x 2 3mL
6-well
CHL 3 x 10 cells/ 3 mL
6-well 30
CO,
4
Costar 6-well
1)
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21G

5mL

30 mL

final 2 U/ mL

2)
3 4
15 mL

6 mL 6 cm®>/ 1 mL

37

2 60 rpm

15

Polyethylene terephthalate PET
SUMILON

polypropylene PP
bind SARSTEDT

PP-low bind
3)

14

CTAD

Corning
PP-low

citrate,

theophylline, adenosine and dipyridamole

BD

Futhan Nafamostat Mesilate

pg/mL EDTA-2K

-30

4)

7:1
750xg 5

final 5

14

PBS

- 47 -

PBS
540nm

MHLW

%

x 100
5)
TAT
ELISA
micro SIEMENS
6)
B-TG
ELISA
Roche

)

C3a C5a SC5b-9

/ EDTA-2K

MicroVue C3a plus EIA Kit
C5a MicroVue C5a EIA Kit

10 576
ASTM

NIH

TAT

CTAD
B-TG TMB

ELISA
C3a
QUIDEL
QUIDEL

SC5b-9 MicroVue SC5b-9 plus EIA Kit

QUIDEL

5)~7) ELISA



Ti
Ti CHL
1
Ti
2 ICsy
CdSO, 4.5 uM (control) 7.3
uM (Ti) ZnO 14.2 pg/mL
(control) 15.5 pg/mL (Ti)
3 CHL

(MN-total)
0.9% (control), 1.2% (Ti) MMC
26.3% (control), 26.3% (Ti)

M (MP)
(Multi-N) (TF-N)
MMC
.MPC
MPC CHL, A549, RAW264.7
CHL
D%, Bt~ EEOMIEN G2 H AT
4
3~4
5
A549 RAW264.7

-48 -

6,8 A549
4 7  RAW264.7
9 MPC
CdSO4 ZnO
2
CdSO, CHL A549
MPC
ZnO A549
MPC
CHL A549 MPC
10
(MN-total) CHL
0.9% (control), 1.4% (MPC)
MMC (0.1 pg/mL, 48h) 10.4% (control),

10.1% (MPC) A549
2.6% (control), 3.3% (MPC) MMC
pg/mL, 48h) 5.6% (control), 8.5% (MPC)

0.1

3 MP Multi-N  TF-N
MMC

.HEMA/MEA

1)
6-well 5
HEMA/MEA
uv

PBS MEM

SEM PHEMA

PBS MEM

(data not shown)
2)
HEMA/MEA CHL

PHEMA



HEMA/MEA 6-
well

(data not shown)

PHEMA
H75M25
H25M75 PMEA
PHEMA
3)
PHEMA 4 HEMA/MEA
CHL
CHL
6-well
30
CO,
6-well
11
2-3
6-well
5-10%
25
PET PC
PHEMA PMEA MPC
0
2

=49 -

TAT

B-
TG
C3a C5Sa SC5b-9
.PC
26 PC
Polyethylene terephthalate PET
polypropylene PP PP-low protein
bind tube
1 2 4
0
TAT B-TG SC5b-9
2%
data
not shown  TAT PET PP-low bind

15
PC
PP-low bind 4
1 2
3
4 PP
PC
B-TG PET PP PP-low bind
16
B-TG 1
0



PET

PC
3
4 PC
3
PET

PP PP-low bind

SC5b-9 B-TG
PET PP PP-low bind

17  SC5b-9
PC
PET
4 PP 2
4 PP-low
bind 4
PC
PP low-bind
2
SC5b-9
C3a
C5a
HEMA/MEA
HEMA/MEA
18 HEMA/MEA
PBS

PBS PHEMA

H75M25 HS50M50 H25M75

-B0 -

PMEA

TAT
B-TG
C3a C5a SC5b-9

2%

data not shown

TAT PHEMA
HEMA/MEA
19 PHEMA

TAT

B-TG
MEA

HEMA/MEA

20
H75M25 PMEA
2

H50M50

B-TG
C3a 5
HEMA/MEA
21 2

C3a
HEMA/MEA

C5a

MEA

22  C5a
PC

PHEMA

C5a
SC5b-9 1/40—~1/80
2

HEMA/MEA

SC5b-9
HEMA/MEA

C5a
MEA

23 2

MEA

C3a



TG C3a SC5b-9

C3a CS5a SCS5b-
9
HEMA/MEA C5a SCS5b-9

C3a

PHEMA PMEA PMe3A PEOEVE
PTHFVE

TAT B-TG
4
2%

data not shown

TAT PET PHEMA PC PMe3A
PTHFVE PMEA PEOEVE
24 B-TG
PC PET PHEMA PMe3A PTHFVE
PMEA PEOEVE 25
5
TAT B-TG PHEMA PMe3A
PTHFVE PMEA PEOEVE
PMe3A PTHFVE PMEA PEOEVE
Ti
Ti
Ti CHL

Ti

Ti

CdSO; ZnO
1Cs0

MMC
Ti

.MPC

MPC CHL A549
RAW264.7

CHL
A549
RAW 264.7

CHL

BH S T~ EE oM 5 e D A

3~4
A549  RAW264.7
RAW264.7
A549 4
RAW264.7

MPC



A549
A549
MPC
3 MPC
CHL
A549
MPC
MPC
MPC
CdSO; ZnO
.HEMA/MEA
HEMA/MEA
PHEMA HEMA/MEA
CHL
CHL
6-well
30
CO,

-52-

6-well
HEMA/MEA

25

TAT

FPA B-TG PF4 (C3a C5a SC5b-9
ELISA

14

CTAD
EDTA Futhan

ELISA

ELISA

.PC

PC

protein bind tube

PET PP

1

2 4
PP low-bind

PP-low



SC5b-9

C3a C5a
HEMA/MEA
HEMA/MEA
TAT

B-TG C3a CS5a SC5b-9
TAT B-TG C5Sa

SC5b-9 HEMA/MEA
MEA
6
MEA HEMA
TAT B-TG
PET
PC
C3a C5a
SC5b-9
PET
PC HEMA/MEA
TAT B-TG
B-TG HEMA/MEA
H50M50 H25M75
PMEA B-TG

-53-

PMe3A PEOEVE PTHFVE
PMEA PMe3A
(2-methoxyethoxy)ethoxy]ethyl acrylate
(30:70 mol%)
PMEA
vinyl ether
PMe3A PEOEVE

2-[2-
n-

butyl acrylate

PEOEVE PTHFVE

PTHFVE
TAT B-TG
PHEMA PMe3A
PTHFVE PMEA PEOEVE
PMe3A PTHFVE PMEA
PEOEVE

PEOEVE = PMEA > PTHFVE > PMe3A >

PHEMA PMEA PEOEVE
PEOEVE
PMEA
PMEA PEOEVE
H25
26
C3a C5a SC5b-9 HEMA/MEA
TAT
FPA B-TG
PF4
in
vitro 15mL
6 mL
B-TG



C3a C5a

B-TG

in vitro

24

Ti
CHL

2
MMC
HEMA/MEA
2 MPC
CHL, A549, RAW264.7
CHL
3~4
A549
RAW264.7
RAW264.7
A549
4
CdSO; ZnO
CHL A549
CdSO, MPC
RAW264.7
ZnO A549
RAW264.7 MPC
A549 24 RAW264.7
6
CHL, A549
MMC
3 HEMA/MEA
HEMA/MEA PHEMA 4
CHL
Ti 6-well
HEMA/MEA
CdSO, ZnO
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25 26
1) PC
PC
TAT B-TG SC5b-9
TAT B-TG
SC5b-9 TAT -
TG PC
2) HEMA/MEA
HEMA/MEA
TAT B-TG C3a
C5a SC5b-9
TAT B-TG C5a SC5b-9
HEMA/MEA MEA
TAT B-TG
PET PC
C3a C5a SC5b-9
TAT B-TG
3)

PMe3A PEOEVE PTHFVE

TAT B-TG
PHEMA
PMe3A PTHFVE PMEA PEOEVE

-55-

PEOEVE = PMEA > PTHFVE > PMe3A >
PHEMA

1) Miyajima-Tabata A., Sakai K., Kato R.,
Matsuoka A.: Studies on cytotoxicity and
genotoxicity in CHL cells cultured on MPC
polymers., Eurotox 2012 (Stockholm, 2012.6)
2) Kubo T., Hori T., Kuroda Y., Hojyo M.,
Miyajima A., Sunouchi M., Anne Corlu A.,
Morel F., Ozawa S., Sekino Y., Ishida S. :
Comparative analyses of genomic DNA

methylation and gene expression in hepatic

cells. 27
2012.11
3)
2012
2012.11

4) Miyajima-Tabata A., Kato R., Sakai K.,
Matsuoka A.: Effects of culture on polymer
biomaterials on the cellular responses to
chemicals. Eurotox 2013 (Interlaken, 2013.9)



3)

35
2013.11
6)
35
2013.11
7)
T
27 ( 2014.2)

8) Miyajima-Tabata A., Kato R., Komoriya K.,
Niimi S.: Cellular response of THP-1 cells
cultured on the polymer biomaterials. Eurotox
2014 (Edinburgh, 2014.9)

9)
HEMA/MEA
36
2014.11
10)
36
2014.11

11) Miyajima-Tabata A., Kawakami T.,
Komoriya K., Kato R., Niimi S., [sama K
Effects of metal oxide nanomaterials on
cytotoxicity and immune response in THP-1
cells. The 54nd Annual Meeting of the Society
of Toxicology (San Diego, 2015.3)

G
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1000

Cell Number (x104/ dish)

0 1 2 3 4
days

E1 Ti 7L—bLETHEEL-CHLAR DS

control

B2 Ti 7L—hkLETOCHLAOO=—5ER

-57 -



125 125
Cdsa, R — Zn0 —o— ot
==~ Ti disc =T disc
100 ¢4 100 ?
L] ==
9 \ g L,
Tg” 75 = f_;E 75 ,\
£ \* € \\
= . = N
@57 % w50 A
'|. ‘\
25 ; 25
I:| 5
]
i
0 1 ] 0
0 5 10 15 20 25 0 5 10 15 20 25
HM pg/mL
IC5, (Colony formation)
CdS0,; 4.5 uM (control), 7.3 uM (T), Zn0; 14.2 pg/mLicontrol, 15.5 pg/mL (TD
E3 Ti 7L—rLETOCHLMMEaO=—ER
#1 Ti 7L—FLETO CHLEAMR /%I ER
micronucleus (%)
(u g/mL) MN-2 MN-3  Multi-MN  MN-total MP Multi-N  TF-N
Control 48 h 0.6 0.2 0 0.9 3.0 0.0 0.0
Ti 48 h 0.8 0.2 0.2 1.2 2.2 0.2 0.2
Control 48h MMC 0.2 7.4 2.8 16.1 26.3 1.8 3.4 1.8
Ti 48h MMC 0.2 5.6 1.7 16.0 23.3 1.7 2.9 3.0

MM-2; 110-1/3 micronucleus, MN-3; 1/3-1/2 micronucleus, Multi-MN; multi micronucleus,
MP; metaphasze, Multi-M; multi nucleus, TF-N; transformed nucleus
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1day 2days 4days Tdays

B4 MPCRY 7—a—r 7L —r Lt THEEL-CHL{ER

1000

100

10

Cell nunber (x10% well)

days

BE5 MPCHRY) T—a—rJL—+ L TIEEL/-CHLAR ) 18 hEh {3
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E6 MPCHR)v—a—r 7L —h L TIEEL1-A5494018

1000

]

=

g 100

X

8

=

2 10 ——=A

T g

(@]
== control
=l MPC

D 1 2 8 4 5 & 7
days

7 MPCARYT—a—hr 7L —k L TIEEL-A5494018 D HERERE {57
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iday Tdays

4days
- - - -
- - - - -

B8 MPCH!) v —a—hr 7L —hk L THEELT-RAW264.748

1000

100

ik
o

Cell Number (x 104/ well)

days

E9 MPCRY ¥—a—+rJL—h L TEEL-RAW264. 74 D IETE R 1
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#£2 MPCHRYT—a—+rJL—kLEIZBITAMBEED S

CdS0, IC., (M) (24h) Zn0 IC, (pg/mL) (24h)
Cell line Control MPC Control MPC
CHL 14.4 << 44.3 16.0 < 24.3
A549 70.9 <= 96.1 3.6 == 1786
RAW 264.7 12.5 < 177 10.7 = 6.1
control MMC (0.1ug/mL, 48h)

]

g

¢l

(o))

ﬂ-

Lo

<L

(X 20)

B10 CHLAAM B U AS404IRA 1= & A/ 5t BR



£3 MPCHRYT—a—rFL—rLIZBITACHLIMER R A4 D /NEERER O He

micronucleus (%)

Call line {pg/mil MN-2 MN-3  Multi-MN  MN-total MP Mutti-N TF-N
CHL Control 48 h 04 05 0o 09 28 1] 01
48h  MMC 002 18 03 032 27 13 0.1 03

43h MMC 01 45 14 45 0.4 21 13 12

MPC 48 h 04 0.8 02 14 19 o1 04

48h  MMC 002 1.6 14 0.2 33 16 0.3 02

48h MMC 01 5.0 1.0 41 101 16 LLE:] 16

AS40 Control 48 h 0.8 03 i2 28 16 04 12
48h MMC 002 18 13 10 a1 035 [LF] 13

48h  MMC D1 1.6 o7 33 58 04 [1X:] 16

MPC 48 h 07 1.2 i4 33 12 03 03

43h MMC 0.02 13 11 29 33 0.3 0.3 26

48h  MMC 01 18 18 49 8.3 0.2 1.3 8.0

MM-2; 1/10-1/3 micronucleus, MN-3; 1/3-1/2 micronucisus, Mult-MN; multi micronucksus.
MP; metaphaszs, Mult-N; mult nucleus, TF-N; transformed nucleus

1000

100

“B-PMEAZ25%: PHEMATS%:

=8 PMEASIR: PHEMASD%

~#-PMEATS%: PHEMAZS%

=8=pEAT 0% PHEMAD®:
no coat (PET)

=B=5 well plate

—_
=

Cell number (x10%cell/ sheet)

Bd11 HEMA/MEAQ—FPETS —hk E TOCHLIE 1 FEh 5
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[(REBHAFS14)

B
JJERBROEE WA REFH - HDECENFNR EERHBOEENEISIOVTY
(FH15%20138 RRME02130018 H)
FEfFrNZ2tRBOLFNEAMTISERAIOVT
(FR15F30 100 EREREEN 30 BHRH)
31 Ak 150 10993-4(1992), ISOIDIS 10993-4(2000), ASTM F756-03

sBiological Evaluation of Medical Devices - Part 4
Selection of Test for Interactions with Blood
IS0 108934, October 15, 2002
AMENDMENT 1, July 15, 2006

1

2009F L YT RS

JJERBRONEREREFHG DECEDENTEAFEOEFNERFIIOVTY
(FE24FIA1E RAMS01H205 )
B AR 150 10993-4(2002) /Amd.1{2006), ASTM F756-08

E12 miEES s ERICEE T SEA

HEEH FHERE
1| dokefis Ak T RS

? | LEEE kOE RO i
Bt (TAT)

Fa TS RTRAFA (FPA)

HorOLHETSAF
f&l (PTT

3 (/iR v B

/e ET 8 -FO
mAaF), (B-TGH

/R EAE T (PF4)

4 (MHESHHEE (€M (CBC)

e
5 R W EIEIEED (C3a)
i EIELEY (C5a) [ERESONEERREPES L ELEY
S EEOERNELAIZOLT)
fi A AL EY (SC56-9) (ERWF001H02 FHAS3[1H) &Y

H13 miEESEREICH T AREMNLHEER



EbZ@ (~) 2 U/mLES L) SHERH (6 om? /ImLINEE )%, 37°C. 2F:fE. &
IZIEB (60 rpm . EREBEBIZELTMHES YT,

!

!

v

v

FmE HIUBRE CTAD=inE | EDTA, Futhantinzs
B I S e ST EANDe (FILE CTADS #tube (BD Futhan{final Sug/mL )&
(8T —5c) ASGT R ST (R Vacutainer CTAD) (#H) iz

PESRIZER AL
mEETITH D

Az LT LE A,
WP REL. kP,
SminkiR .

1,500 x gT15min ., iR

1 e e S T -
IZIREFL. &, 15mniE.
2 500 x g T=20min., Al
. EMOpESLTIGETR

EDTA-ZK & #tube (F LB~/
Lxhll EDTA-2K) (A=,
T E AR, BT
RRL. P, SminiHE.

1,500 x g T15min., Ml .
TR, . ERESEL. -30C WL -30°CHE. EMESRL. -30CRE.
750 x gTSmin, A& RE.
HROL, LRE
S ; -
PESTI0AREL. i ;% 58 B E R EF HEiERAER
576, 540nmd g - 3
REEHE. L fﬁa mf A l
ELISAZEIZ &L ELISARIZ LY ELISAZIZEY
TATEBE. B-TGEME. ;3‘%- Coa. SCie-8E
A CTAD: cirabe, heophyiine, adenczine and dipyridamoie (& EWROW)
= Fthar: Martamostat Mesial (M S EHWE]

CAETMGE DS E-MNEE NHRETHL 2 BARS, MHUWETIRBES, 2 LFFRmE. SN

14 iEE S 53R D RTE 7 & D BiEs

I B E (TAT)
15000
10000
-
E
5
N . ] _IJ |
- -+ -+ -+ -+ -+ -+ -+ -+ -+ pc
o 1 2 4 1 2 4 1 2 4 (hr)
PET PP PP-low bind

15 MEESEAROABREGORE DARERTAT)



ng/mL

/MR (B-TG)

15000

10000
5000 i‘
0 I

-4+ -+ -+ PC

IU/mL

4 (hn)
PET PP PP-low bind
16 mEESHABROHABREHORST m/NR(B-TG)
&R (SC5b-9)
3000
2000
mm J J |> | I J
-+ -+ -+ -+ -+ -+ -
0 1 2 4 1 2 4 1 2 4 (hr)
PET PP PP-low bind

E17 mAEESEHABORABEHDRET #AR(SC5b-9)
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100
90 O szm

=] [] PBSiZHA
80
70 |
60

50 t

40 1
30 t
20 t
101

FIME  PHEMA  H75M25 HS50M50 H25M75  PMEA

A" ]
i

E18 E&HDEEAHEMA/MEAOR)Y—a—rPCo— D EfA

& 5EE (TAT)
1500
1000
E
':‘:ch #
500 T :
0 A
S & & &£ Qf’ﬁ & &

19 B&SLLDEGAHEMA/MEAIZ &AM EEER(TAT)DE L

Valures are expressed as mean £ SD (n=4). Significant differences versus no sheet
are shown as *p < 0.05, **p < 0.01 and PC are shown as #p < 0.05, #p < 0.01.
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/iR (B-TG)
8000

6000

1U/mL

4000

2000

& & & F & &
< &g ¢ @dyqﬂ& & & &

H20 BE&HLDEGLSHEMA/MEAIZEAM/NME(B -TG)DEMHE

#ER (C3a)

ng/mL

&° PR & 5,\9‘*’ ﬁ,e‘* %ﬁ;s" &

21 RBEHOELEHHEMAMEAIZ LA AR(C3a)DFMHIE

Valures are expressed as mean £ SD (n=4). Significant differences versus no sheet
are shown as *p < 0.05 and PC are shown as #p < 0.05, #p < 0.01.
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ik F (csa)

30

| IH\IIH

u*‘és & € @3“’5@9 &Qf Q*‘

.:.o

ng/mL

X222 REHDELGTHHEMA/MEAIZ XS A R(Coa)DEEIE

##H{EFR (sC5b-9)

3000

2000

o iIIJIIIt

& & &@?éﬁ@‘z‘@@g\&

ng/mL

H23 B&HDRELZHHEMA/MEAIZ LS {AR(SCob-9)DEEL

Valures are expressed as mean £ SD (n=4). Significant differences versus no shee
are shown as *p < 0.05, **p < 0.01 and PC are shown as #p < 0.05, #p < 0.01.
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i % % E (TAT)
1000

800

suﬂ T x

““J. al

24 FERM B KD MEEER(TAT)O E 1L ST

ng/mL
o
S —
“ -
v I
s
m

/i (B-TG)
8000
6000
E
S 4000
) I I I i I r
u - I '
¢ afs?‘ é
e ¢o Q q@oé Q"

K25 FRMAEILAM/MR(B-TQD EEIL ST

Valures are expressed as mean £ SD (n=4). Significant differences versus no sheet
are shown as *p < 0.05 and PC are shown as #p < 0.05.
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