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1.1 EFEMNFZ HD-81-SBRZBMREARL WY DU-70 I 5% & 556 % E it
(DU~-70 Beckman Spectrophotometer) il 721 43 % % it & 2 3% & (1.5cm x S0cms
2cm x 60cm) . ¥ 48 I BHTAE, 0T KT B RS E .

1.2 EERHEMRT REFORIILKE — AFREERAEHIEERNTREXOBE
H, EEHAEEEETIEERSIUR, KA —FRR B AR IS K i i py 8 B e
BTy, BUKAETKESR. FRAMEZERM: pH7.4, 0.1 mol /L Tris—HCl Znp
W ( 0.lmol /L NaCl) ; pH4.6, 0.lmol /L ##& B &% r#; 0.5mol /L NaOH -
0.5mol /L NaCl iIE4#; 0.5mol /L HCl 100NIH /ml ¥ I B§%5%; 0-5% M4 4 &
ET B (LA R AT ING BT A 360D i (AR ) MR A BB (6mg /ml); W
IR (BB 4 1.50g CuSO, - SH,O #1 6.0 NaKC,H,O, - 4H,0, 30NaOH); —
CEEREZEAR KPS FRXBN(DEAE-C); XBEHEHE FX&H#
(Sephadex — Gy) .

1.3 SERMEL  ERES BRI 250 — 300 ml WiEGRH A B8R AR R B B
WE VAR A I AR B P 4 A B K R BRI A K 15% KRB, BHEEKEST
w, RH EEEEMEC, ETEFMABRAN =ZE R4 25ml) FHER, BHOK
ERE, fFLERTHEN.

s FcmidEH BUER DEAE-C, mAMKE KRk HEATERKHE
0.5mol /L NaOH —NaCl JE 4#. 0.5mol /L HCl % 0.5mol /L NaOH-NaCl B &5 &
B 30min 5 AWK BRERSE. EHE(2cmx60cm) Z T F & E, A pH4.6
0.1mol /L e — #rEmME s E4r, Sml MERE S WYRERN L R=RZR
R ERESETRR R VRO B IC RN S B R 2, - B R VR AL L D 30ml /b
ZW, HEE PSS EPTERSPHET MRS, FANERENEESSE], %%
LUF AT

BRGTmEEEN  BE B M Sephadex— Gy N Z MK R 1 4h, & H M &M
0.5mol /L NaOH—0.5mol /L NaCl {E& 3 #5 0.5h, 8 B 2 0B Al 28 18K ¥E o
ok, MAEBERESH. EHE(L.Somx50cm) ZFFEHE, A pH74# 0.1mol /L
Tris —HCl—NaCl 2 w45, H FRA 15 8o BB i Wk 48 W H#, BeBOF Bid kX &
HEEBihER, ArBRWCEVERE, FEh 90ml /h, AFIKWE S, BEEAMOEPT
EWAR P Y. BWE AR, 5 DU-T0 )% &40 66 THE 200nm F 400nm
B TEE N
1.4 ROGEELIRAKERSE HMEHEIRE S0ul RAVKER & B IOFHIE R
MEEA 0.5% 4 MLF 4% [ R 200u pH7.4 ) Tris —HCl - NaCl S sh. B515
G LA 1l /min 53 BB KA 100IH / ml 474 5F ML B # B BT R B4, b 540
AEBOFE - KEZRSBRAESREYS. LHAKRARERN I AHELS. WK
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R RE AR, AT LAHESE (h B 7 R K 85 9 38 7 B0 2.
1.5 MEFEZVEBASE B—RIIRESUMA 0, 0.4, 0.8, 1.2, 1.6, 2.0ml fxEsE
I35 B E G (6mg /ml), FIAREZE 2ml, RE4H B

A 4ml 348 RS 7E 2 R T BCE 30min, [ 721 40060k 00
B 3F #£ 540nm &b Ho 5, 64 5K 0, 0.066, 0.135. .l
0.210, 0.285, 0.340, LAISEHBE N AR, FMBEABH S o2
(BSA) &8 Wi Ap 474 ARMEM 28 ( B 1) B 2.0ml #% 5 R o5
BRI Ay EAERESME LEDNENEAR
SERMER. ANBNECSRS B4 IR 0 PN
BORHE, (AT SR A 5 ROK R 0 HOYE BE1 & & Concent of provein(me)
16 DU-70 REEAXKBITRNTNAE $2HE 0, ppoemormms
DEAE — C,, #1 Sephadex — G, B F U A 89 B SRR 7K Fig.1 Standard curve of bovine
WERTEAWER, BB SR MKSE. BHEDU-0 serum albumine (BSA)

T 35 8 4 66 BE T 200nm ZE 400nm i K B P, B RE R & BB 7 W RO S

2 #R

2.1 MERRRSICYIREUE PRI KIERSE S T v R 43 W 4R T A 3 I
e, ERATEABEESENERT, KEXSENEXEZHREERREE, HER
% 4AT-U /ml.

2.2 SBMALER BWRBIMESH 100AT-U/KIEE M Sml K 5 04 38 ROK
HETR T ER SN =ZF LRIER L, %% Sephadex — Gy E#T /G4 DEAE-C, &2
#r, Bic% DEAE-C, HJZHT/5 4 Sephadex — G EEHE, KRB, BTG T AL
HEMESR(E2— 3), BROEHEIELPRORNEEFKEREN. 238 KA
AR R KIE RIS B k48R 2.5ml KIEE S B 6AT-U/ml k45w, H

pfpsoy 2RI U ImL 000, =150, it UMz e AR, EAH B

B R KR S THF3ME S 6708AT-U/mg EH.
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Fig.2 Elution curve of the first (Sephadex—G,) Fig.3 Elution curve of the second (DEAE—C,)

column chromatography column chromatography
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Fig4 Absorption peaks of contents of salivary Fig.5 Absorption peak of purified product in
gland secretions from an alive leech, H. nipponica wave lengths between 180 — 320 nm
in wave lengths between 190 — 598 nm
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34 FXBEARBRY FEAXRALKTEHEET DEAE-C, R EZN. 54T
Sephadex — G, #Z4T 5564 Sephadex -Gy, tEE#7. f5 413 DEAE-C,, B‘Jédl;'ﬁIL"~
B, BETYHLLE AR AREEEERK.
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ISOLATION AND PURIFICATION OF HIRUDIN FROM A
BLOOD -SUCKING LEECH, HIRUDO NIPPONIA, IN CHINA

Yang Tong, Li Jiangiu and Yin Ping”
(Institute of Hyvdrobiology. The Chinese Academy of Sciences. Wuhan 430072)
D (Biochemistry Depariment, Wuhan Uniwersity 430072)

Abstract

This paper deals with the isolation and purification of hirudin from a blood —
sucking leech, Hirudo nipponia in China. Essentially, the experimental process re-
quires an anion exchange chromatography on DEAE-C, and a gel filtration
chromatography on Sephadex —G,. The hirudin activity were measured by the meth-
od of titration with thrombin. The salivary gland secretions have been obtained from
the alive leeches. The hirudin content in salivary gland secretions is 4 AT—-U /ml;
the hirudin production rate is 15%; ratio activity after purifing is 6708 AT—U /ml
protein.

Key words Hirudin, Anion exchange chromatography, Gel filtration
chromatography, Method of titration with thrombin



