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BERHz2HBHERERERARELRBREZBER,

g RABAEMTHEEINORE -~ BEFERDDE N KR
EBE, BR ¥ MHEZENDME (thronbin)® # (receptor
)z EBECzEHRHRLLREARENER. HELFPHESE ®H
N.L.Esnon® B (J.Biol. Chen. 257: 850-864, 1082),
THE & I B pA 112 LW & &, ECa*22FETHHFEED
BCE, EHFHTHE S 2 B N BMOREEDE
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IR ZFR, FEWEFRERELE DI HELNR
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ABETHE W B H.H.SalenE A BB P 2 8 &b (J.
Biol. Chem. 259: 12246-12251, 1984), A @ & ff & X
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A & & (EMBO J.,6: 1891-1397; 1987), B R B R THE A
gEaBa, DA ENIEREAReERaBEXAE
Nz BB MR 2EDEEEE .

B, WoABA(J. Biochen. 113:433-440, 1993)
BD.E. Jackson% A (Edir. J. Biochem. 221: 1079~
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2 & IO OE .
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Ef‘?‘ﬁA{ﬂﬁo.lMﬁih'm\ S.5nME {6 #5 2 20nM Tris-HC1®
@ (pHT.5)]30 |, N EBEBCHE R (V8B & BB (0 8

opransis BBt e (v Bt B 36 )

B AP & B O0.1% BSAZ B %) HE B Z100p g/nl®B W 110 /3
bl AR RRERN 104 RS RBAENARE LS B .
BB W BB R 2 4U0/n 1B B)50u 1, MK 37C K f
08 @ . REBEN AR B LS BB (N EEHBC(S { i
O IME /6 8 . 1aME 46 35 2 500l Tris-HCI14E B B (pH7.5 {
VB R 50 e/nlZ W W I150u 1. FEBE (W I8 K B CHE A

BAm2U/ nl2 BBW)S0u 1, RITCRMISH M. 5 M 2 & E
OB (M % S-2366 (% — 15 8 (B ))25ne I 23.10012 8 & I
RCz2B®WIB00k 1, MWITCRBE200 8, BB HEMI100u 1 | >i
2 50% Z M B W B L KB . 8 E 4050mz B b, K IEME ;
RN ZEELERNP2THE B, (BERN G B R TN
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OB OB AR 200003 % & pH5.5, BEMO.5% (W/RT

BB (Chitosan)ff BB % W& F W # . R ph5.5B 8 3049

B, B, AKES, REBEBT RS 2 K BB BB (
PH10.5)% , REBRHEINE, B8 . %RB. BR¥ 2 &
SEHL, ARVUNOSWHAF 2 HRERBRLEFES, B |
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tflen) (H® (B)AFA), WA —BHEFEE, Rk N2
HOSHUE R B 2 HABERER. WEBAR T D,

20uM Tris-HCUSE % % (pHB. 0D 348, & I H 16 5 & &
BERE S SN, BB AMERSE M EH O INE bW,

S5oHE B8 2 20nMM) Tris-HC148 B W (pHS.0)F & = DIP- &
B4 6 2 MR HE L (B B 40nl, 2.5X 8cn), b M
— B E WG S, R & FME M. 10uM EDTAZ 20aM
Tris-HCIME M W (pH8.O)I . WA HE S M & H 0. dnHE
b5 . 0.9% H b8 2 SnlBE B W B B B (pHO.8) 3 7 B 7 ,
BREBEMER LA AABE R P B ZBREBRRE B (
B B R 20ml, 1.0cwx 25cn) (4 i B T % (K)l. W — M
Bt 7P, M i 4T 5~ 300mMz B B B E I 0B R M B B I
L E R W OB LE (Lot. )R B2 (Lot.2)F ., THH % 2 B
Wz HEBDL, REFADBREERB L., KEHE 2R
G, REMER%G L 2 H0.0% Wb # 2 25nUB i 9 B W
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cuX 90cn) [ W 7 @ (Pharmacia) @1, b IE — 8 & & &
® L, MR MBS EWRIFior. BRER, EEAEE
BOREEE BN ZWE R K RN RS LR R
FABERBLERE2ED. X, BEZALEDE SRR
FRRFEHISIS-PAGE(R AR BRE R ) 28 5 N E
SEH =, WG RERE — Lotz THRO R AW BB E 2 &
BRMS (EERAET2ZHFENIE&H).

1
BEN B W E WS g fb £ %
(U) (%) (U/mg) (13 )
AREBRALEE 5556 100 446 .3 1.0
HE N OR B E
(Lot.1)
REBRKEE 4483 81 1306.9 2.9
BB NS B R |
(Lot.1)
BEBRXKAEE 3071 100 28.17 1.0
HE N OEE N
(Lot.2)
B REE 2565 84 674.6 23.5
HOE MR %
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B i o
ATHRLEBBLIEDREAIN, Bt s @a
BB R B MR RNMZ BEBAEA, X, BERER &R
FoNEMET KME A BER S H (B 284" B8
BN NBEER R G E S RN S M40
W %M (Applied Bio System) 2 A M 8 1 5 4 # .
BEBHBE T ERDR2H =, NBRE®RSIMT
fim. BB RSMENEEN R, BE L@z AlLa
W E B AR TH,
N 2 R E B > F % ¢ Ala-Pro-Ala-Glu-Pro~Gln-

Pro-Gly-Gly-Ser-Gln-

* 2
Bi 1k TH ' 2 % H
Asx 47.0 . _ 47
Thr | 18.2 19
Ser 23.2 24
Glx 55.1 50
Pro 49.6 43
Gly 50.8 46
Ala 52.7 52
Cys N.D. 46
Val 24,6 25
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B~ BB (g ) !»
Met 4.9 4 }- E
Ile 11.3 13 | 1
' l
Leu 34,0 32 ~
g3
£ |
Tyr 9.5 10 Mo
| 3ol
Phe 16.5 16 A
z _
Lys 3.0 3 % |
; | % |
His 11.0 12 21
SO
Arg | 17.2 20 TR,
70|
Trp N.D. B e |
|
..
N.D.: % # i o , I
| 3T
2 EH: HTHZ Ala 1-Asp 468 o > H E B S &l 31 B W | -
# z2 H . I
(Asx: Asp+Asn, Glx: Glu+Gln) I w

CRBEAE, FEUEHEBABER2ZBEERKE
BH s A BT R RGR AR B BEH%, A
TR M Gtz B m W R RN N T M B
bovE t BRI B E W oz oMk fy o |
B2 0B m

BB REBM LT, BABARD S0 80 %2R
Bo(lot. D@ e BEM KGR F R, WLEBEBNEHB TN
B R B M B E B RE .

B2EH : HNERBEBMIY, FE HLot. 2B KRB IR & 4
AGIERREA A PEHBE IR (CNS) A4 (210X 2970 % )

10 38464
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TM(Lot.

. TM(Lot.

TH(Lot.

TH(Lot.

1) (8 K )

2) (8 K)
1) (3 8 K )
2) (FEE R ) -
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. M@ ® % (thrombomodulin)Z ¥ #
EFRPRE-BARTR OB R AL E, B
BA: BEHART RO AR E >R BB E N R A B X
MEREZEREoISESAA TRABOA BB R, B % @
BB 2B EREAREERE 2 BN BB R A B ERKE
B %k (desorption)o,

RAGLMERFTRHROCARPZIERATE, BB F

.Eﬁﬁihﬁmﬁﬁﬁﬁéﬁﬁi’:ﬁﬁﬁ, A LB & DR

WMEA2ERLIRERNFER 2 M2 x,

] _ ~ __ METHOD FOR PURIFYING HUMAN URINARY
ELEARR (HHXL4H 1 THROMBOMODULIN BY USING HYDROXYAPATITE )
COLUMN

The present invention provides a method for purifying
human urinary thrombomodulin by using hydroxyapatite colunmn,
which comprises passing a sample solution contalning human
urinary thrombomodulin through a hydroxyapatite column at;
a pH of from 5 to 8 to absorbe the thrombomodulin, then'
eluting the thrombomodulin absorbed on the hydroxyapatite
column with a gradient concentration of phosphoric acid to
desorbe the thrombomodulin.

The present invention permits human urinary
thrombomodulin to be purified by a simple and practical
procedure, while it enables even a starting material with a
lowered content of thrombomedulin to be purified by greater
purification rate than the one with a high content of
thrombomodulin.
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The present invention provides a method for purifying
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which comprises passing a sample solution contalning human
urinary thrombomodulin through a hydroxyapatite column at;
a pH of from 5 to 8 to absorbe the thrombomodulin, then'
eluting the thrombomodulin absorbed on the hydroxyapatite
column with a gradient concentration of phosphoric acid to
desorbe the thrombomodulin.

The present invention permits human urinary
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