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A. CollagenoZ $HL Fx=3 dAiwoA BIES &3}

1) Washed rat platelet A%

tetuto] @ FA (A= Z5)ol A FU3 SD Rat(8 week-old, male)] AEE Reldte] 180xg, 257CelA 10
Bl 9ARgsy 4872 AAAA 43 PRP(Platelet-Rich Plasma)Z AAt}. o7& thA] 1800xg,
25CoA 105 st dalH-2]sle] PPP(Platelet-Poor Plasma)®2} &4 (PLTs) 0.2 #2355 t).

e g4 Washing buffer(128 mM NaCl, 2.7 mM KCI1, 0.36 mM Nal,PO,, 12 mM NaHCOs;, 5.5 mM Glucose,

1 mM EDTA, pH 6.9)2 ©]&3}o] washingdlal 1800xg, 25ColA 108 w¢t AR = FAHL 23] W23
t}. Washing bufferolr E#]¥ 4 FS suspending buffer(128 mM NaCl, 2.7 mM KC1, 0.36 mM NaH,PO,, 12

mM NaHCOs;, 5.5 mM Glucose, 0.49 mM MgCls, pH 7.4) A 9SS PLTsol A=A H716le] pipettel® cell
suspensiong AA|8FATE. Cell countingd 8171 184 o] = UHE FHslo] o9 suspending buffer® 20
H] 8]48 & UV/visible spectrophotometerE ©]&3ke] 660mollA FH=E ZAHSITE. 660mmoll A FH=
ol 1.19 1><1087H9] PLTsE <9njst= =, fsls cell &, 5x10° platelets/mt7} ¥ %=% suspending

bufferE H7}ste] =As AT}

2) dad $HUS AF
TE platelets aggregation< AGGREGOMETER(Chrono-Log Co.)Z ©]-&3}e] 37Col|A] light transmission®] 3}
2 ZA3YE. In vitrodlA ¥EAE 250 % dte] washed PLTsol CaCl, 2mME H7}ste] 3E7F preincubation

3lal, collagen(10ug/m) o2 A=3te] Had $3 WS 543 A controlsZ 3¢iYh. ag|a e x4
o, AEsA} st AE(BIE)E 374 A7k & collagen(10ug/ml) &8 A=ste] das 3 wh3S =As
o AR JFg& Lolr Tt

-

(2) 2343

BIEe o3t d4% S AAEGHE SAHBAT. = 20 A" vk o], Collagen(10pg/m) o2 S Fi=
aole W, SHES 82.0 £ 2.0 4

b2 Z718l o BIES vl w22 A 23S wj(10, 100, 500ug/ml),
zZ

FAAS 7ML vE gFEHOR diad o] #AaHAdoen(ZZ 67.8 +£ 5.2, 30.3 + 6.3, 4.3 £ 1.2 %)
Aol v gEH R FUHsgltt. wabA BIEZ 4% §3 94 2345 7HHS & & .

C. Collageno® $3& %
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BTES] TXB, A4 <Als& F43t7] fsto] "A'elA 7]&d WA ez 883 dav SHAES AW F, ice-

cold EDTA(5mM) and indomethacin (0.2mM)E #7}sle] WH§-& HAAAFHTE. TXA2] oHASE AEHIQ TXB.o] 4=
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TXB; EIA kit(Cayman Chemical)& ©]&3}e ZHAzIom AR WU Az e AYAE 32380},

(2) 2843

XA dadolA Z3e dad &8 842 2430t BIEZ; TXB.(HEE Fejo] TXA) S Ao #ojst=A]
SholR w1z} TXB, S FA3rh. & 3o Z=AIE nie} o], Collagen®® $& FEUS W, TXBS &
o] 76.8 + 6.1 ng/10° platelets® 7l o} BIES s M= A2lad< w(10, 100, 500ue/nl), 214
AT EE o]Egow TXB, Aol JAHATHG7.4 + 7.3, 47.8 + 4.9, 23.7 + 2.6 ng/10° platelets).
wp2ba] BIEE TXA,E SAlste] A & =

i
N
o

C. Collagen® @ $7& HEa dagolA BIES [Ca 1, oA &

Concentrated PRPE Tr=i= 34 7124 washing buffer9} A (PLTs) o2 E2]EW 4352 washing buffer
5 2A2=HA dojd $ PLTsol YAl suspending buffer 10mE A 7Fgc). 047] o] 1ImMe] Fura 2/AME 50uE
YolA final %7} 5ule] HES H7FTh. o]A& FE=/A inversiondt ¥ 37CollA 607t incubationd}
31, incubationo] YW 1800xg, 25TelA 10% & YHAIA 452l suspending buffer ¥} Fura 2/AMO]
loading®l PLTsZ o2 |3, 3159 PLTs suspending buffers #7Fste] 23] M# 3 suspending buffer

= #H7}ske] cell suspensiondt$iil cell countingd}bo] 5x10° Fura 2/AM loaded platelets/mé=E ZA3FS ).
S zdslr] el aluminum foil® wrappingsted 99 #AS 433} t}l. Fura 2/AMo] loading® EAHS
o] &3}l fluorescence?] ¥W3= SPF 25 fluorimeter(Kontron)E ©]&3le] F43th. Excitation 340mm,
emission 510mm=Z settingdle] 37Tl 8EZF time driveE A3l 3EE+= A -l collagen(10yg/ml)

o HArbsto] AEA U Ca o RS ZAegic. A [Ca%]c% relative fluorescence(rf)® YER}7] wiol

Fron®F Foins 2420 54 5 o5 33} Fura 2/AM] i A (Ke=224n) S ofefe] [58k4 1]0] thdste] da

ek 1]
2+
[Ca ]c= KdX(Fo_Fmin)/(Fmax_Fo)

F.x= A= A9 fluorescence®lt}. T F,i,&= HA fluorescence® A, CaCl,E H71eA && AFeolA 10%
triton X-1002 2) tris-300mM EGTAES #H7bsted FAEAL, Fr= AWl fluorescence®A, F#& CaCly7t &
Adk= Aol A 10% triton X-1003 H7}sle] =43,

Do Gam 93 7 2Az 2estl, nepd BEF XY ZHEA([Ca1)d mAE Jue
24890, & 40] EAE vke} ko], kA el FAaMAA Collageno® SHL SEEAS W [Ca ;0]
69.9 + 9.89A] 808.6 + 34.8nMZE Z7}5glow, BIES =92 39S (10, 100, 500ug/mb), <94
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S A ww ogEHoR [Ca ], o] AAHUTHZIZ 545.2 + 91.1, 215.3 + 42.9, 110.3 + 11.0nM). w

oA TXAS activitys =A3aaF 1%9] protease inhibitor7} 378 4% NS SonicatorE o]-§
3}o] Platelet lysates® A|Z3}th. Platelet lysates(10ug-protein)< BTE(10, 100 pgg/m¢) 2= TXAS
activity® Aexog oA gvta L&z ozagrel(11nM)E A dte] 37Co|A 587t preincubation 3}It}.
meo PGH,S 7]1AE FH7bsle] 37ColA 183F f=skdlen, IM citric acid® o]&3te] #3S AXA7
IN NaOHE #H7}ste] Faatglch. AAE TXBol 4& TXB, EIA kit(Cayman Chemical)E o]&3te ZA3sglon

ARAL P E AR NS RS

TXA, AAdo] oAl"el we}, Prostaglandine] TXA,E FHAJEE 340l A thromboxane synthase(TXAS) activity
Ao 7 3l7] wjiol] BTES] TXAS activitye] oA &3E =4, = 50 ZAE ule} o], BIEE %
2 AFsgS (10, 100xg/ml), Control(112.7 + 16.8ng/min/mg-protein)¥} B]nldle] TXAS activity Al
Z HolA &gktd. o3l A= BIEZF TXAS activityol 9&S wxA &a TXA, AAS AASAY &=
2 7dE o]&dly ddaw anE /S 9
=) o
° ™

< ]3lt}. Positive control & TXAS activitys A€z og <
+ Ozagrel(ICs on 11nM)-& ©]8-3}% o

is}
oo g 7FAEATF.(95.5 = 5.9ng/min/mg-protein)

2 O ol uE mu
:ﬁ

E. @494 BIEY Cyclooxygenase(COX)-1 activity &A] &3

1%9] protease inhibitor7} 8 AT FHNES SonicatorE o83} Platelets lysateE AHZ3FT).
Platelet lysates(10ug-protein)< BTE(10, 100 gg/ml) % COX-1 activityES Agdo=z Jx3viaz L5z
SC-560(330nM) 3} aspirin(500 uM)E = &sle] 37ColA 30%3F preincubationd}Ath. WS- arachidonic acid
=2 7|42 HUsle] 37TCAA 183 f53819.21, COX-1 activity fluorescent assay(Cayman Chemical)Z o]
43} synergy HT multi-model micro plate reader(BioTek Instruments, Winooski, VT., USA) =

Z4sgch ARAL e AxAbel 4BAE FEa,

|\

(2) 2343

Arachidonic acid(20:4)7} prostaglandin® 2 FAEHE= FAoA COX-1 activitys L= 3}7] wj&Fo] BIEZ}
COX-1 activityel PIX& @3S =AsATE. & 6o =A@ HEe} o] BIES H=HE AgsS w1 (10, 100
ug/ml), Control(2.6 £ 0.1nM/min/mg-protein)®} Hludle] H% o]&ZH 02 TXAS activitys A AIHTH 22+
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1.7 £ 0.1, 1.1 £ 0.1 nmol/min/mg-protein). Positive control@Z% CO0X-1 activitys ’L‘%“xﬂ.ii o A &=
Aspirin(500 uM) @} SC-560(330nM)S A&+ th. BIEE COX-1 activityZ A1&te] TXA, HAS H

BTES] ICs@ke]l AFXIQl 100pg/meoll A= oF 57.7%9) AAES BFow | Aspirin(ICs = 500 pM)olA 19.2%<]

oAl &2 Wl Avsh wlwste] BIEZ oF 3u) o 4% olAlEE vhebith. ol BIEZ Z1EHES dAE 4
e TFsgol Eee AAw

F. Collageno 2 $3E& Hx3F 4o A BTEY cAMP A% &3}

(1) 423

juti)
ok
e

cAMP} cGMPE ZA3l7] f3te] "A'olA 7iedt WAooz dAad SHNES FES FH, 8Eo] HE AlHlA
80% ice-cold ethanolg F7}sle] Hb&- AAAZF o | cANPSF  cGMPEE Z+7ZF cAMPS}  cGMP  EIA
E

Kol Kel
= R
kits(BioVision)S o]&3le] A& om ARzl WhHe AxAle] AHAME Fus),

ok

(2) 2843

Cyclic adenosine monophosphate(cAMP)®} Cyclic guanosine monophosphate(cGMP)+= A S oAlst=
second messenger 2 ZF8-3tch. ATP9} GTP7F 247t cAMPS} cGMPE A 8o Zhzbe] o]& A ¢l Kinase activity’}
dsElo] 54 dildo] phosphorylastion® WA Fd4d T35 zhe Aoz ddAd dd. webd cAlP £
cGMPoll 9loiA] BIES] &3tE ATt & 79 Al ukel o], Collageno @ Fx¥ Aol A A H 4
Ble] cAMP(36 + 5.1 pmol/10° platelets)$} wmate] 7+a3k%th7h (24.8 + 6.0 pnol/10° platelets), BTES
=Mz ZgsgS w10, 100, 500ug/ml), cAMP7F 49AS X3 v o&H oz Awu(ztzt 34.6
+ 3.5, 37.4 £ 4.2, 56.5 £ 6.5 pmol/lO8 platelets, & 7A =), 1281}, BTEE cGMPE A5A71A &%
tH(E= 7B #x). o3 A= BIEZF cGMP7F obd cAMPE A5AA 3ddiw 532 YehdS on s,

)

G. AT A BIEY AT =A

g4 BIEY A EEAS dolrr] $3Fe] LDH W&ES =439 th. Washed platelets (108 platelets/ml)<
oy SN e WHOZ preincubationdt F, A5 NS LDH assay kit (Cayman Chemical)E ©]-83}
SAsAT. AFA AE WS AzALe AYAE Fasgl.

LDHE A &0 93 EA0RE SHs e X ERZ AFREY. BIEY 4% AE5A 58S 54317 93}
LDH release® &QI3lAtt. = 8o EA]g wnle} o], BIEE sLE=E x%alfs}%i% (10, 100, 500ug/m)
)

A

Control @} H]LS}@ LDH releaseo] Q&S WA|A gFAr}. o] BIES Hold IFdAav ayrt & APoA A
S8 F= WY colA AE FHA glo] o] < 9gnjatH, & o] oA M FLF =
Aste] FS BIES FddA4a AAR A 7S AA T

o
oX, 1:1

£AE
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