|

) <

The University of Osaka
Institutional Knowledge Archive

mmetEzET 5,1 7)) v FRERMROBREICE

Uil ERCL
Author(s) |EH, R—
Citation |KFRKZ, 1987, HIHwX

Version Type

VoR

URL

https://hdl. handle.net/11094/35348

rights

Note

The University of Osaka Institutional Knowledge Archive

https://ir. library. osaka-u. ac. jp/

The University of Osaka

: OUKA



ot Z2 F9 51N 79 v N
RN R ORI 5 A%




Dtk z H35 5,47 v P&
R B DR E B9 5 WE5E




¥ . W
= B

B

|

ZIZH

i
i BE BB B
| =]
Bm

|l

(4

o B

Y

i

BE OB BHETHBEBBB

i

ot E WL
BRI FIFF

B

55

[ |l
H

BB
B

FaYREY 2 VEEAM B ORmEYE

oooooooooooooooooooooooooooooooooooooooooooooooooooo

oooooooooooooooooooooooooooooooooooooooooooooooooooo

I oD L /1 R 55 2R B0 7

e

KBk 70V — Ak B b5
RKEKI 70y —A0M/MREENMBEIEMR
BEEB XU MG

k70— AEECHBO N KEEWHREE -

e

KER= 70y — A8 EERH RO ML/ EREEE W
B8 T
KBRS 70y — ABELHR O MmN
0 8

WIS 70 — AQMMREEMHE O

S

b ER BEE MR B O L

i /) 5k 48 5 0 1 75 1 oD 53 B
KEIRADP Y BBEE DR

7 ¥ 5 — B E LM RO i B SESE 10 S
EEB LUNE

e

ravEREY2Y VEZEMAFEO b Y 2SR
EERICHNT2HEDR

farvFReEvyayY VEEMMROTO T £ > CiEME
L {2 3 %h 1
FaUEREY 2 Y VEEH RO & E &

ERB XU

ooooooooooooooooooooooooooooooooooooooooooooooooooooo

oooooooooooooooooooooooooo

oooooooooooo

15



ERABEOALRE L —Bb3 WELBRKIAEEITETHMT
PSS, Chid. ATBRBEOBENM EE . ZOBKICE 58 - &
MEOESICEHI LI BRAEND, ATHBRIABMICESEAEEHEL
TWBZLFERINZHN . SR OFEOEE - (LM H R I ED TR
BRTIED. o THHOBEILBW TS, RASHANBEEWHIED o
CERBFDRL,

BEZ S LAMME B OMERFICETAMENEAR, ZhizfioT
HHOWBED, LDHERANICTRI5E B0 TEE,

ATESBIRE. ATOB. ATBRZIECDE LT, MEE OBEMMS R
HTHLDIDPZ 0, ChoDEHBITBWTIX. B HEOSBTH. B
KHBEBEGHEICEBRATWABENEELMEL LS, WOIETHRLChHD
MR, BcHBEANCERTwAE T T . BENEE. BB Lo
EHBERSELZLERESEARENE S, BEBREOL S o, EikfEOH
BAEZOEFEMWEER. EBEAH LW OISERILBL TS > L HEBRT
WEEEZXHONZE, BEOLVARIEZBWTR. BEEEZ0BANERE
Pwo ERENED . FhiZEAT. FENBEOMESEB/LTWBY,

MEBGHECEREHHOBERIZBW IR, AN LT_HEOo77u—F»
Zxbhd, —Dilk. IBREREZERLBAVWEISOREMEE2ET3HM%
BFBRH IS T, LFERREETIDDTHSZ. COFFIE W TIEE
SUDMAEBEOHRIC LT, SFLANICE T2 MiEHAHE & bR
BEOMBBERICNT 3MESMALOOB) . LD REM LS TR HT
BN D255, LHAL. COBARBY3NBEAHE A ETSH
HHP LG BB E2ET AL WO ERIEBWIOATHD . > T.
FREGRM (M) cH LT, BENCHEAEZEBL TV EWS T
EEXBREW, |

DNRZDEIEHEBRBBER L VWAL D, RUTB 3 EPIZXRBRX
CETRBEVWORYRTH AN, BIcERZ IS, FEOEENHED



ERBICE->T. MR EMI 2B, BlcooX>2lBRREEICES
TOAMBHEEHZERL TCWA3DOTREWIEXRHLONIIRS>TEED,
MBRBESHEAREROD I DO FER. iR +2E8 3 248 ESES T
DHEEREADOBEER. D2 WIENBE EEEMT s8R (FAEER) o
REXBMETOHEBIZE>T. ARMNEEFHRODE LD BHEEFO.
WhBBAINLT Yy FRHOHBMEZBELISEIZDBDTHS. 2DEDH
FRCIBHAMAZ. HROEGFBECHICH T SBEREMBEROBEHmICE -
TAN—TEBZZEeH6, XD EHLZHMBORRPRICAZ e, £
HEESF (FIAEBREAE) PHBOEBXICX> T, HEVWEENICER
MIcBENITEZ22LPUREEZZETH S, CRIIEBOEBIZEW TR
BRTWHIMEBEAHESOBKICEREICHA W, FELTZOEKTITHESE
BRREZLFED. HHBEESTFEEMRMICEIZEIDDIBRTVWEESWE BN,
MBERICI2FER. RELEBRHEBE 2D EI2HMHOBEFR. BHRE. &
B sRHEMZEES. 25 L THELAVBOMEE. RERE . RE
ZLOMEZBATVWEIDOPREKRTH S, 2hicH L. ABERES FEE
fBlick2FHER. BEMCE>TEHEHEBEEI FOREREZBIZEPTRET
BN, MRORELHBRROBER THIZ b, Bichk2 2 EEFANEE

SRTBD. . WSOPOHAPBERBIZHOHWOLRTWBY,
HMBEREOBAIC. BB LB 32D EETIMBOEHI
HHPOAEHMBICEEREINRTWS, 2LTCEE. ZOHEHMIBOAI
FOoTESZOBRECHAZMEFITAENTCES, LrL. EEEXES FEE
fblck3FERBWTRK. BET 39 THOBEXNEECEEZMETS
b5
REEZCKREINRTWRHTEELTR. hiEE+EIT L2 8EH
THEZANNY 0 BBERBEBEBERIOXF F—E" PP Z0ERDBOT
HbbH. CO_FOFFH. EEANDIWIIMBBERAE LCEKGICHAAH
INTBED ., “EHOHETERATWSEZE, FEXKEBEAFIBETHS 2L
DEZEDOEZRBHATHA D,

EZABTC. LicbhbBRAELDIZ. AEANEMBEE. IR OHEEEHICX -

-



TEBRACBTI2MBOEREZMHE LTI EEIBRATWS, 2OXHZ
AL, FEZREMFTINEZRTIEEVWY, 20550 IcEELEbh
2350D—Dilc. M/MREE - MBEOWRNY S 329, /M RIEMEHFDOHE
EBRAZO—DELT. fARBTAABRERIEEZRIAZEELTVS
AL TwS, 72 MROFERETA2MBEERICE W T HHEEIK /MR
BEELERIAZBFSTWBRZERHALRTEY . MhROFEEILEZERE L2
WRAEREZETIHRROWT. D TFRFIOAEL R BRIV RS
TETW3, LU, CoEIBnTRTICE> THEIREMRIRK., /D
RicHT2RBEZFEZZVWHBOTISED 2 TH. BHENIZH/MROEEDL
ZHMHTIDBOTIEEW, o T, FXIEMBICE> THEELIhERED
frovbEvick- T, MMREEPBERIREZLLTH., COHBIE. Zh
ZRHIET 2B TELZWRTH S, ChicH LT, EBOMEBEA LM
BW Tk, PRI OB M* | ADPOGEY . bWk rarbEroRElke
WO ZEHICE -2 2D EEBNZIU/MUOSELLOMEHE ZIRATH
50 COEDHEHIE. MBNEMRBICHFESIBROBHXICII2DbDEE
Aboh, Thz, OFRaOAREI>TRHBELISEITEZZLRERETH.
BEAEARAERES > TL0,

COXSHEBNRIEAPALERERODP . D5V EEMROD T3
FOHRICEST, EDLNMBHRAELEBIEITRTH L2020 THE.
B2uhs BEOAROAIZCE>TTHE. BT HkEZNn, 2h
. MBBBSHEICRLGT . AARBSHEMRIXRTOREREICBWTIWNEGES S
THbd. LPL. BEOEKTOEBHEAEZHURICES T2 LicBWw Tk,
EBEREBIZBWTTZ2DbATWAHFERTREBIEWHIETHRS L
D, BB EIEZF AV BbAWIEMMERZ2B/Dh T 2R8I, mBTH
5rEZEzx2H6Nh5B,

REDED2BFEHRBRZDEST. AHRRBWTIR. MBEDOEHT 8N
EHEtE . BREECOFELZANVWSEZEICE>T. REFTFHERIC
592223 A%E, 3. B—HRZBWTAEOHE T 5 /R 5 £ H#
EHELZOWTHEH L, BB 0. COWEPERE ST FHEICEELL



HETH5F4RLE. DWT. BZERBLWT. COWEHEROWTEICH
Mg Ts2edlc. IDHERNZEELLZDILT. COHFEKEZHEIE
RO—DRO2WTOHRSTEHEBEHA T 2T2 0w, 2. ZOHEE[RIDON
TOEBOEBRHA 2T, BERENZERBW IR, MBICHFAEL. &
BAOHFAHZ2A 2B LT, MBOHRBELZMFTL WD HEZILONLE

FENDYKET 2 ) YOBERIRE S, HHAOHMRERS DT
ALUE.



= S S

B—E E O IR EEE W H T

B ¥
HHFEES FEELLICIIMBEANOMBESHERSICBWTIX. BELT
LZ0THORENPEELREMEFE>¢Ex2b6hhb, HMRKHEEILTEX S5 T
DEFWGNTED ., ¥7-. BERTHEEZ2E I TH. BELLLTHHE
HERBI LIRSV PETH S,
MEESHEILBEWT. BbHEL 220 MBOERBTHD . 2082 MPT
b, M/MHOEE - B2 MBIT I FEETHSEZLN
5, EXKBMEINRTCWAEELHRIZ., LML, BERRUBBERIET S
HBOBETHH AT, ChiZ. OCe2O2RBIOZ2DZRPHEBHER S B
ERTWEEZDTHD . 2. BEMICE>TR>EDEHEEERIT LA
MNREENHPERELALAGhTwEPoEBIcE b Ex2bh 3,
BHECBWIHBRERI. BFRIE. MARRENHEEORET S
EBRERTEY . 2hid. HEOBROBEXIL5HOTH 3 RIS
WeEzZbhTwa»@Y P, cofi/hMiSEEMHEEZHMMICEEWLT S
EBMETHORIE. EBROEBRB 2 NBESCHEEROFEIENWPD A
T. MBIcnE#ESE2 ST, $2. BAHCHHARI 2@ ESED
FESYDELC. BRNBELRYOWHEOHBMEL LTERXSLZ I PRI
e I
ZZ2TEST.ABLCBWIR. MBOSE T 2 /MIBREMREEIOL
TORF%TE v, KBIZBW I 2B ERKE>WTORFH 274> %,

ufl

BOE KBRS Juy — 2,k B i HEEE I
MEPRBFLCWAM/MRERDRHEELEHRICRS T2 2D, 20

EHEPEEATEZHEEODOTRZITAEZL W, MIBLAANIZEW T,

ZORBEIWELTH 3. iz Zz0xxHEHEMCE® I52 k. #HK.




HEOBMEDD>T. BEHETR. BERNZFETRERWEHEZOR S, L
PL. HBORIEEX. HIRTOLRIVIZBWITHBRFIARTWSH EEE
9. ¥4, ThPEBRNRBICEAYVTRTHIPDBDELPTRZVWOT., &
ST, 29 EHBLANVCBFAMREEAREEORELEE. 2O
ZMPICBITLREBEAL £, ’

S B hH b
(L SRR B )
1B5ED3.8 VL UVBAEC T FIAFY 7 - YUY IUIRIBFEOME%E . 23
CX1I"DEHWT. FRERHRIDBMUL 2, 2hE150%xg, 75 DEL
T, BHMMUAECERPD) ZHABLEZ, BRD OMMEE X 5122,300Xg,
530 LICPTFCZm/MRm4EPPP) Z AU %, PRPIFPPPIZE > TH &
Z4X10°M/DIR/ 1 2 DBRERXZDEDICHEBL 2,

{ afi /] BR 5% B B OF 3 i i > AR B E R D

MPARSEEPA)Z. 3.8 7L VBABFERREM/NRMAE250 2 2 ZH W,
Borm* D FkIc - CF7 7Y T A —4% —(Husn System Platelet Aggrego-
meter . RIKADENKD) THIE L 72 o M/MREEMBEFERHA.P.ADEK. EABER
MUERICRESBEEXE, 2OBXEEEPH . UTOXZHWEEL
%o

I.P.A(%) = [P-A- (%I)’:.'Xn.tz(o%)_]cfnf:;lA- (%)]smgle X 100

HL. [P.A. (Dlconrar T BB BEEBEBRMBFICB T 28%EEE . [P.A.(BD)]
sample X AR BNMBFICB T2 HEEELBA4RDLTW S,

a9 —4 VBERIX1I0mgDT Y 7F VARSI —7 2 &210mD0. 145817
EFFU D ALRIZACTREY F 1AL, 65Xg. SHMBEL Uk L%
HAUL%Z,

BB I D AR ZC(FPC) M. 20 4 0 DRI #9801 ¢ DCDIEE WAL LRI
150xg. THMoELIE»IT. 2O LEOIFEHRBEO M /DML %#Platelet




Counter(PL-100, REEHE F)TCHMET S 2IcL>oTKD A,

BRI DOARIE. 0.75mD3. 137 L VBB E RLM 237CIlcR# L
PFRYZFUVEF ARy F(49.5X2mm)PTAF Y VAEOEBF(s1
X8mm) #HWT 1000rpn THHBIT A2 2ICk>TITR - A,

(it B AR HAHE)

mMERR. BREBEIDAFLEYY KR . DE»S5#30cnX TORD
EHHLE. COXER»ONEZBRELEZDDER . BEERICL > THE
KEBEZROLBPONYY—2 DDV THBRL.AEEG/VOI0MEE LYY
AUTHIZHDOBZWED 2 THY Y LAE)EEH®R(PHT.4) & £ |2Bionixer
(HABB)ICE > T . REYFAMALE, CORETVR— P ERLGHIER
koT.1,000xg, 1547, 10,000 Xg. 1543 . 25,000 Xg. 304r. 34,000 Xg.
1R, 100,000xg. IR 7 7y avicald. EOM/MMREEENHEHE
EWMELE, S70Y—ABEHR. ZEKCESUHEERETR > TRE
LZBDEFEHLE, UYMBET7NT IV AERE L Clovry 51 O FH%KIC
SO TEHEBEOMER{TR>EER. COIJ7uy —ABFIREDSEHE
DEFIXSLTH-> .

% B i 7

(¥ 3 oK B I 0 /)0 AR 458 55 400 R0V O M B R E 1L )

DY RBROREY 2 — ME. BWILMMREEREERLZ, COREY
A= bFr2BLODEECEIST. BOoPOHEHSIICSEELELZ A, 34,000Xg.
IRMUTOROICE > THEBT 32 TCOEH CHI/MESERESBD 5 h
2o CTOM/PHAEFEEIT. 34,000Xg,  35FDEDLICE S THELSICITIX
BEJ. 34,000xXg, IFMOBELIC I D TCELRICEKBELE, £7-. 100,000
xg. ISHOKBE(I 70y — AES) 2. SR I/ T8 S 0 B35 05
HDHNFE, 100,000 XgD B izt MM REEENE S f/MREEMEEED
BOLRBPO T,



8
S
o 100 1 T ¥
&
o (f
o
2 .
o 5k -~
ot
e s
~ o
=z o
g g T I
= 3
£ L=
& a
: g x5} -
5 5
iy . s
I NN Y| = 1 1 ~
0 1 2 3 y g 0 0.2 0.4 0.8 1,5
TINKE (min) = Concentration of Microsome Suspension
(mg/ml)

Figure 1-1 Inhibition of ADP-induced platelet aggregation by bovine aorta
microsomes. Microsomes were added to PRP (250 # 2) and incubated for 3 min
prior to the addition of ADP (5X107SH)

(KB 70y —alcksm/hREEENH )

RBIRI70Y - LB %45 5P COPRPIZEMLTESC o 2ick D .
Figure 1-1IZR L& Sz, ADPIc k> TERB IR B M/ DR EE S EEKY
WICHET 2P TRETH> 7, $2ABRI 70V — LABE5 3. Figure
I-2IBRLZESRaAT—7 Y, bravbEYvick 25% . 55 WitFigure 1-
4kﬁbti5k75#Pyﬁki5§%%%Wﬁ?ézbﬁﬂ%TEoko

RIZCKB|I 70 — 2B OM/NMREENHFEES . L0 EEICHEL
RENZBEBWIORATENE SP2RIT 2810, 2HAFEMEDR
bhizeamzfAv., MBRY 7EmBE BRSPS AFIh2BA o8
SREFPCOBPICH LT, COXRBRI 70y —LAEIBHE L RET 3
WEShERELE, |

«QM§ﬁmﬁﬁﬁﬁTKBU5\Hm®ﬁ&ﬁ\itbf%%%%ﬁk%A



MER» SR X APICER T 2 MMREEZEREAELTNWEEE 2D
N3 H Figure 1-3ICRUL AL SR ABRES 70y — AHSH508/0lD
EMzE->T. BPEaY FPu— VEROFPCOAB BBV VBEIhED
DD, BHEHHKRIFERIE I PO — LV OFPCHS0LIH ETEHALTID|-
MU, FBOZDLVRNEZHFILZ N, TEETH- %Z,

| T T ' T ;
Microsome i Microsome

0 -4
w2
= 25 - |- -
a Control
=
2]
&
= —
e 20 Control
W
=
Collagen Thrombin
75 L 1 I 1
0 1 2 3 ] 5 0 1 2

TIMNE (min)

Figure 1-2 Inhibition of collagen- and thrombin-induced platelet aggregation
by bovine aorta microsemes. Nicrosomes (1.5 mg/ml) vere added to PRP (250

# 2) and incubated for 3 min prior to the addition of aggregation inducer
(collagen, 1/10 volume; thrembin, 0.8 units/me).
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Figure 1-3 Inhibition of the decrease of FPC on whole blood by bovine aorta
microsomes. Microsomes (5 mg/m¢) were added to citrated whole bleod (750 2)
prior to inducing a shear.
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Table 1-1 PGI» production and ADP hydrolysis of bovine aorta microsomes

Items Activity (per mg protein)
PGI> production 832 pmoles/10min
ADP hydrolysis 163 nmoles/min

4,(0°5"M) AIP?'“M)

- 1Crosomes
-/ Microsomes
microsomes
+15-HPETE
e | B
(control)

15-HPETE (control)

Figure 1-4 Effect of 15-HPETE on anti-aggregatory activity of bovine aorta
microsomes. 15-HPETE, microsomes, and 15-HPETE treated microsomes were added

. to PRP (250 u 2) and incubate for 3 min prior to the addition (arrows) of
aggregation inducers (arachidonic acid, 0.5mM; ADP, 5X107°H).
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Figure 2-1 Inhibition of ADP-induced platelet aggregation by microsomes
entrapped within fibrin gel. Immobilized microsomes were added to PRP (250
# 9) and incubated for 3 min prior to the addition of ADP (107°X).
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Figure 2-2 Inhibition of platelet aggregation by I-MP. Immobilized
ricrosomal proteins or I-EA was added to PRP (250 « 0) and incubated for 3
min prior to the addition of aggregation inducer. The added amounts of I-MP
and I-EA were 75 mg/m¢ for ADP (5X107°M), 69 mg/mf¢ for arachidonic acid (
0.5 mM), 55 mg/m@ for collagen, and 92 mg/m@ for thrombin (1.6 NIH units/me),
respectively. Signal star (*) indicates that fibrin clot was formed.
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Figure 2-3 Inhibition of the decrease of FPC in whole blood by I-MP.
Immobilized microsomal proteins (57 mg) or I-EA was added to citrated whele
blood (750 x @) prior to inducing a shear (1000 rpm).
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Figure 2-4 Inhibition of ADP-induced platelet aggregation by I-MP.
Immobilized microsomal proteins was added to PRP (250 u £) and incubated
for 3 min prior to the addition of ADP (5X10-X).
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Table 2-1 Inhibition of ADP-induced platelet aggregation
by various immobilized microsomal proteins

Immobilization % inhibition of
methods platelet aggregation™
covalent
cyanogen bromide 48.8
carbozyimide 47.3
glutaraldehyde 47.9
ion-binding 51.0

*, immobilized materials (75 mg/mf) was added to
PRP (250 2 ¢) and incubated for 3 min prior to
the addition of ADP (10~SM).

Table 2-2 PGI> production and ADP hydrolysis of
impobilized microsomal proteins.

Itenms Activity (per mg gel)
PGI2 production 4.05 pmoles/10min
ADP hydrolysis 1.21 nmeles/min

Table 2-3 Effect of 15-HPETE on anti-aggregatory activity of
immobilized microsomal proteins

% inhibition of platelet aggregation

Treatment ADP arachidonic collagen
G ul) acid (0.5nmM)

I-bovine serum albumin 0 0 0
_I-NP 43.4 47.3 100
15-HPETE-treated I-MP 33.9 9.2 100
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F?gure 2-5 Stability_of I-¥P. Immobilized microsomal proteins (@®) or free
nicrosemes (QO) was incubated at 37°C for the periods indicated on abscissa,
and then stored at -80°C until the activity measurement.
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Table 3-1 Solubilization of anti-aggregatory activity in aorta microsomes

% inhibition of platelet aggregation
condition ADP (5 uM) arachidonic acid (0.5mM)

microsomes (10 mg/ml) 73.8 87.0
solubilized with

Triton X-100 (0.1%) 6.6 1.5
(6.5%) 60.2 53.2
(1.0%) 40.4 .22.3
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Figure 3-1 Chromatography of the bovine aorta microsomal anti-aggregatory
activity on DEAE-Sepharose CL-6B (2.7X10cm) equilibrated with 0.01 M
pottasium phosphate buffer, pH 7.4.
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Figure 3-2 Chromatography of the bovine aorta microsomal ADPase_activity on
Blue-Dextran-conjugated Sepharose 4B (2.7X1lcm) equilibrated with 0.01
Tris-malate buffer, pH 5.5.

HHOK R 4Table 3-2icF & b,

(ADP R D)

BHIRAAPSBER A4S DY (32 units/mg protein) . OB H LB
st LZkoe COAPHRBRIFCa™KFHYH D . TOEHIBEIX2.508(ADP) |
3.50M(ATP) T&H » /= (Figure 3-3) , ¥ -ADPO MG . ATPOREEE I
1.0mM EDTAOFEMIC L o THRERCHEINE, MEMHIN T 2 EHpHIEST
H o =(Figure 3-4), 75FZVL—bF - FF—VYOHENHEEAYCH S
P*, P°-di(adenosine-5’)pentaphosphate(Apsd) iF0.5nMDBEICBWTH 2
DOEEZHELLE P> 2, Table 3-3i1cR L~ X 51z AMP_ pyrophosphate.
p-nitro-phenylphosphate. B-glycercphosphatelz I 3WEHITELEL Lo
EB.XIVEYER - VBLUMNIBBEDRT B LPH PR E,
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Table 3-2 Purification of ADPase from bovine aorta microsomes

Step Total Specific Purifi- VYield
activity activity cation
(units) (units/mg protein) @
Triton X-100
solubilization 58.4 0.228 1 100
DEAE-Sepharose 52.7 1.380 6 90.2
Blue-Sepharose
pead fraction 43.8 192
pooled fraction 20.5 32.0 140 35.1

Table 3-3 Substrate specificity of ADPase from bovine aorta microesomes

Substrate Relative activity

ADP

ATP

ANP

1DP

GDP

upp

UTP
p-nitrophenyl phosphate
B-glycerophosphate
sodium pyrophosphate

OO OO -

R e e e

OO T NP DO
D

* ADP was taken as 1.0, which corresponds to
32.0 wmol/min/mg protein of P, released.
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Figure 3-3 Influence of Ca%* concentration on the activity of ADPase(@®)
and ATPase (M) from bovine aorta microsomes.

= BOF-

©

° °

bt

2 ° s
E w}

c

g

N

—oé
ST 201

°

]

=)

[l

Q

a

'—:-‘ 0 ] 1 1
o 6 7 8 9 10

p H

Figure 3-4 Influence of pH on the activity of ADPase from aorta microsomes.
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Figure 3-5 Triton X¥-100 polyacrylamide gel electrophoresis of the ADPase(@®)
and ATPase(M) activity from bovine aorta microsomes.
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Figure 3-6 Blood recirculation system
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tHrEEaiz. WINDOBARIEEWIB 7S —VFREELTETH- 2,

Table 3-4 Activity of immobilized apyrase

Carrier ADPase activity
(method)
Sepharose 4B 0.04 units/mg gel
(CNBr-activation)
EVOH beads™ 0.04 units/100 beads
(CNBr-activation)
Nylon tube 0.044 units/cm?
(glutaraldehyde)

*, ethylene-vinyl alcohol copolymer
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Figure 3-7 Inhibition of the decrease of FPC in whole blood by immobilized
apyrase (Seph-APY). Immobilized apyrase was added to citrated whole bleod
prior to inducing a shear.
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Table 3-5 Decrease of free platelet counts in a blood recirculation system

FPC * s.d. after 30 min

Conditien* (% of initial counts)
No addition 38 +11 (n=9)
Soluble apyrase added 68 + 13 (n=12)
Nylon tube-apyrase** 65 (n=2)

* Citrated rabbit whole blood was circulation in a loop of silicene tube
(2 mm in inner diameter, 35 cm long) by a peristaltic pump. The flow rate

was 7 ml/min. Activity of soluble apyrase was varied in a range of 0.2 to
11 units.

** A part of silicone tubing (15 cm) was replaced by nylon tube carrying
apyrase on its inner surface.
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Figure 3-8 Effect of apyrase on thrombin activity after recarcification in
sheared platelet-rich plasma.
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Figure 3-9 Mechanisms of the anti-aggregatory activity of bovine aorta
microsomes and immobilized microsomal proteins. AA, arachidonic acid;
TXAz, thromboxame A; =», aggregation induces; =, aggregation inhibits
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Figure 4-1 Inhibition of thrombin-catalyzed fibrin formation by immobilized
thrombomodulin. Q, immobilized thrombomodulin; @, immobilized albumin.
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Figure 4-2 Inhibition of thrombin-catalyzed platelet aggregation by
immobilized thrombomedulin. Immobilized thrombomedulin (A, 42mg/mo;

B, 2lmg/mf; and C, 8.5 mg/mf) and immobilized albumin (D, 42 mg/mQ) were
added to PRP prior to the addition of thrombin (0.3 units/mg).
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Figure 4-3 Inhibition of thrombin-induced platelet serotonin release by

immobilized thrombomedulin. O, immobilized thrombomodulin; @, immobilized
albumin.
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Figure 4-4 Acceleration of thrombin-catalyzed pretein C activation by

immobilized thrombomedulin. O, immobilized thrombomodulin; @, immobilized
albumin.
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Figure 4-5 Thrombin dependence of protein C activation in the presence of
thrombomodulin or immobilized thrombomodulin. O, immobilized thrombomodulin
; @, free thrombomodulin.
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Figure 4-6 Determination of the dissociation constant for the thrm!lbinf
thrombomodulin complex. Double-reciprocal plot for the date shown in Figure
4-5. O, immobilized throwbomodulin; @, free thrombomodulin.

Table 4-1 Effect of immobilized thrombomodulin on plasma clotting time

Materials Clotting time (sec)™
Immobilized bovine serum albumin 323.5 + 26.9
Immobilized thrombemodulin 450.4 + 52.3**

-

» values are means * s.d. (n=5 or 6)
. p<0.01
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