PC
-2-
THP-1
THP-1
PMEA
PHEMA

PHEMA

(TCPS)

PHEMA

PMEA

PC

PMEA
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PMEA PHEMA
MEA/HEMA
PMEA PHEMA
THP-1 PMEA PHEMA
THP-1
B.
0.1 mm, 35 mm
Pre-coated
PC
PMEA PHEMA
2.
PTFE
PC 4,000
rpm, 1 wiv%
PMEA PHEMA
100 pl 4,000 rpm, 10 sec

3.
THP-1(Human acute monocytic leukemia
) 10%FBS/
0.05mM
RPMI1640
6 well, cell culture plate (TCPS;
Costar) TCPS
RPMI1640
THP-1 5 x10° /2 ml
5% CO, 37
4.
(LEICA
DM IL; Laica)
5.
15ml 10
ml PBS 1ml
PBS 1.5ml

Complete Protease inhibitor Cocktail
(Roche)
4 (SIGMA)

Protein Extraction Reagent type

2D clean-Up Kit (GE Healthcare)

Protein
Extraction Reagent type 4
2D-Quant (GE Healthcare)

-80
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6. MS

10 pg (

) ( )
16 pl 50 mM NH4HCO;

. roteaseMax Surfactant 0, ;
(77.2 ul) P Max Surf (1%, 5 pl

Promega) Trypsin Gold (1 mg/ml, 1.8 pl;
Promega) 37 3

10%
(TFA) 5.25 ul 5

OMIX Tip (C18, 100 upl ~ VARIAN )
Speed Vac (Savant)
0.2 pg/pl TFA
2%
LC-MS/MS 4
7. LC-MS/MS

LTQ/OrbiTrap Elite (Thermo Scientific)
Tyrosine-1,3,6-Standard (CS Bio
Co.)
Nano-LC HTC-PAL
CTC Analytics
ADVANCE NanoUPLC AMR

L-Trap (0.3 x 5 mm,

L-C18, 5 mm, 12 nm; CERI) L-column Micro
L-C18 0.1 x 150 mm, 3 pm, 12 nm; CERI

AMR ABIRD
Captive Spray (AMR)
ESI positive ion mode
( 1.6 kV)

(MS ) FT analyzer (

30,000; m/z 300-1,400;

Lock mass =
; Profile mode)

XCalibur data dependent mode

MS/MS (CID,
Normalized collision energy 35 kV, Activation

time 300 ms, Dynamic exclusion duration 60 s,

Centroid mode) 150
1

MS/MS

Nano-LC A (0.1%

) B ( )

300 nl/min (1.0
b g
150

0-40%B/125 min — 40-55%B/130
min — 100%B/135 min — 100%B/140 min —
0%B/ 150 min

MS
Reject Mass List (8 )
Method File 2
MS/MS

8.
8-1. Reject Mass List
LC-MS/MS MS

Proteome Discoverer vl.3
(PD1.3) Thermo Scientific

Mascot Work
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Flow/UniPort/Swiss-Prot

Reject
Mass List
+5
8-2.
SIEVE2.0
Thermo Scientific
LC-MS/MS
MS
m/z
PD1.3
8-3.

Ingenuity Pathway Analysis (IPA)
UniProtKB

9.
THP-1
C.
48 THP-1
1 PMEA PHEMA
THP-1
TCPS THP-1
PC THP-1

PC

MS SIEVE2.0
p
<0.05 4804
TCPS
2 PC
4087 PMEA 11 PHMEA 19
1/2
PC 7 PMEA 591
PHMEA 35 1
TCPS THP-1
PC
THP-1
PMEA
THP-1 PHMEA
THP-1
von Willebrand factor
V, VII PC
THP-1
IPA PC
THP-1
PHMEA
THP-1
PMEA
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Fibrinogen
silencer binding protein PC

THP-1

C
Protein Z_dependent protease inhibitor PC
PHEMA THP-1

Plasminogen

activator inhibitor 1 RNA_binding protein

PC PC
THP-1
CIQBP
| PMEA
PHMEA
THP-1

High mobility
group proteinl (HMGB1)
PC
THP-1

Tumor necrosis
factor Toll
like receptor-3,-7,-8

C PC
THP-1
PC
THP-1
PC THP-1
TCPS
THP-1 PMEA
, PHEMA
PC THP-1
LFA-1 VLA-4
PC
D.
THP-1
TCPS PC
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PMEA
PHEMA PC
THP-1

48 THP-1
TCPS

PC

THP-1

THP-1
PC
THP-1 TCPS

PMEA PHEMA

H24
@)

HMGBI

THP-1

TCPS
THP-1
PC
3.09
THP-1
PMEA (081 )
PHEMA
1.03

Fibrinogen silencer binding protein

Protein Z dependent protease inhibitor

PC

PMEA PHEMA

PMEA
PMEA
PHEMA
PMEA  TCPS
PHEMA
MEA/HEMA
THP-1
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PC THP-1

35
(2013.11)
4.
35
2013.11
E.
PMEA P
HEMA
PME
A
F.

1. Miyajima-Tabata A., Kato R., Sakai K.,
Matsuoka A.. Effects of culture on
polymer biomaterials on the cellular
responses to chemicals.

Eurotox 2013 (2013.9)

35
(2013.11)
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K1, BEASIS R O RS

x1. TCPSETOEBELLEB L TTHP-1 TORIEHNS L=
& INOBE

F
?\12 .?2;”89)9 PC PMEA PHEMA
5fELl + 190 1 1
2Ll L5fEkis 3897 10 18
1/550_E1/2LF 5 51 29
1/55% 5% 2 8 6
TR 70 54
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K2 NOE LR EERITER: MKRERE AR ES INOEE
3 =1 5 W 1 -1 M o

Rslative reation (sample/TCPS)

Protein name Peptides Frames Hits

TCPS PC  PMEA PHEMA
Complement factor H 1 1 1 1.00 2.02 1.06 1.29
Complement component 1 Q subcomponent_binding protein_ mitochondrial 1 1 1 1.00 8.71 1.04 1.36
Complement component C8 gamma chain 1 1 1 1.00 331 0.77 0.90
Complement factor H_related protein 5 1 1 1 1.00 3.26 0.95 1.16
Complement component C1q receptor 1 1 4 1.00 3.14 0.71 1.04
Complement C1q tumor necrosis factor_related protein 8 1 1 2 1.00 3.01 0.69 0.85
|Complement Ciq ke protein3 _ _ _ _ _ _ _ _ _ _ _ cmmmm 2o AL 100 RO 059 083
Plasma protease C1 inhibitor __________________1___1__1____1@__2.3_2__012 0.83

[Keratin_ type I cytoskeletal 1 2 2 6 | 100 080 020 050

Collagen alpha_1(1I) chain 1 1 1 1.00 21 0.92 1.03
Collagen alpha_1(V) chain 1 1 1 1.00 3.26 0.82 1.16
Collagen alpha_1(VIl) chain 1 1 4 1.00 2.69 0.79 0.97
Collagen alpha_1(VIIl) chain 1 1 1 1.00 3.37 0.83 1.06
Collagen alpha_1(XII) chain 2 1 13 1.00 2.51 0.86 1.14
Collagen alpha_1(XIV) chain 2 2 3 1.00 2.69 0.88 0.98
Collagen alpha_1(XVI) chain 1 1 1 1.00 3.06 0.78 0.93
Collagen alpha_1(XVIl) chain 1 1 1 1.00 3 0.94 1.26
Collagen alpha_1(XVIIl) chain 2 2 3 1.00 2.90 0.83 1.12
Collagen alpha_1(XX) chain 1 1 3 1.00 2.62 0.85 0.99
Collagen alpha_1(XXI) chain 1 1 1 1.00 2.55 0.61 0.90
Collagen alpha_1(XXVIIl) chain 1 1 4 1.00 2.86 0.73 077
Collagen alpha_2(1) chain 1 1 1 1.00 2.24 0.80 097
Collagen alpha_2(1X) chain 1 1 2 1.00 2.09 0.74 0.72
Collagen alpha_2(VI) chain 1 1 1 1.00 3.09 0.71 1.01
Collagen alpha_3(VI) chain 2 2 4 1.00 264 0.82 1.21
Collagen alpha_4(IV) chain 1 1 4 1.00 3.05 0.91 1.01
Collagen alpha_5(V1) chain 1 1 2 1.00 2.69 0.7 0.80
|Collagen alpha_§(Vl)chain _ _ _ _ _ _ _ _ _ _ _ _ _ _ 1 1 1 1.00 2.69 0.71 0.80
von Willebrand factor TTTATTAT T TG00 T 3% o7 Tos
von Willebrand factor A domain_containing protein 8 2 2 7 1.00 239 0.66 0.98
von Willebrand factor A domain_containing protein 5A 1 1 1 1.00 11.30 1.56 228
von Willebrand factor D and EGF domain_containing protein 1 1 3 1.00 2.06 0.79 113
o Wilebrend actor G demein containingroein2 ke _ _ _ _ _ _ _ _ 1 __ 1 __1 | 1o 2 o7 _os
Coagulation factor V 2T T2TTTT .00 T 7336~ o070 Az
|Coagulation factor Vil _ _ _ _ _ _ _ _ 1 1 6 0.69 1.09
[Inter_alpha trypsin inhibitor heavy chainta _ _ _ _ _ _ _ _ _ 1" " 327 Tig [ 100 43 082 109
|Fibrinogen silencer_binding protein _ : : : - =707 Toss
[Protein Z_dependent proteaseinhibitor _ _ _ _ _ _ _ _ 2" " 0T "7 7@ B8 13~ IEEN
Plasminogen T = 0% T Toss
Plasminogen_like protein B 1.01 1.17
0.77 1.056

_F"_laimﬂogfn ac1ivalori_n_hibitcr1 RNA_binding protein

Platelet endothelial cell adhesion molecule 6 6 17T 7.00 7 300~ T0B8 T 102~
Platelet_activating factor acetylhydrolase IB subunit alpha 1 1 2 1.00 2.87 064 073
Platelet_activating factor acetylhydrolase IB subunit gamma 2 3 9 1.00 3.28 068 127
Platelet_derived growth factor receptor beta 1 1 2 1.00 2.85 0.86 1.06
|Platelst, derived growth factorsubunith_ _ _ _ _ _ o oo _2 | 100 [EeEAEN 074 097

High mobility group protein B1 7 d

High mobility group protein B2 8 14 106 1.00 2,97 083 1.03
High mobility group protein B3 4 5 37 1.00 279 0.71 1.00
Histone H2A type 1_D 1 3 M 1.00 4.01 0.75 1.08
Histone H2A type 3 5 14 154 1.00 363 0.78 1.07
Histone H2A.J 1 2 14 1.00 3157 074 1.06
Histone H2B type 3_B 4 8 69 1.00 3.54 0.80 1.10
Histone H2A type 2 B 1 1 14 1.00 3.35 0.83 1.05
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Thiombin  Thitombin Thiombin | EGF!

Extracellular space

Cytoplasm

_______ oS-
icAMP-mediated|

.__Signaling |

Protein

synlhesis  Stress fiber
formation

1. Platelet aggregation
2. Blood coagulation
3. Cell adhesion
4. Angiogenesis

2. PCLTHELLTHP-1IZHITS
MAYEY T FIVEESY ROBDRIREE)
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