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Determination of thrombin-like in defibrase for injection by chromogenic substrate

LEI Dan-qing, LIU Mian-lin, ZHOU Xian-1i( The Institute of Snake Venom Research of Guangxi Medical University, Nanning,
530021, China)

ABSTRACT: OBJECTIVE A chromogenic substrate method was developed for the determination of thrombin-like in defibrase for
injection. METHODS Chromogenic substrate was Be-Phe-Val-Arg-PNA. The detection was made at 405nm. RESULTS The cali-
bration curve of thrombin-like had good linear relationship in the range of 2 ~ 10unit/mL(r =0.9993,n =5). CONCLUSION  The

developed chromogenic substrate method is simple, accurate and specific, and could be used as the quality control for thrombin-like in

defibrase for injection.

KEY WORDS: defibrase; thrombin-like; chromogenic substrate; determination

TSR FH B 2Tl At s R 208 8 I om0 4L 14
T, e T T AR A P T AR ISR A AR R I 2T 4
S IO LA P R R T2 2R 0 2 4 v I O ) (-
PA), RAEPUMAR AR o B 2R 24 il b 4 HC Rk B o 500 Ml v
P PRI 5 ¥R B R IR ] VG, 245 T 3000 0 i 2T 4 4
L ] I TR, A2 R0 5 3 00 5 R, LA 70 e i N FR st
FRVES 25 XoF 4% ] B (v 7 AR AR O 50 o S T AR AIE 5 2 0
S8 HIUERIE , 28 2 R PR R €6 e A0 ¥ N e 8 48t i 288 0t 1t 1l
ik, JVE TR, VAR, TTEE, 3SR T ORI R 1 5 A o
1 UFEE5REH

53WBUV/VIS B0 BT, Bl X, th e
F642 10mm, 5% 4mm. [ 2T i X IO C AR ) 2 0 2R 0 AR
SEJID) IS BT B ) PE SR R 2 2 ), s 35
P A R ML R AN 1% A7 FERE I ) s R (42 IKIKY) Bz-Phe-
Val-Arg-PNA(S-2160 R M AEUBAT R AR . ZHH
HE KR TR 58 CTeis ) FHUKIE R S5 38) b o T 4l
2 HEEHER
2.1 R
2.1.1 0.1mol » L™" CpH 8.5) Tris-Bk M2 ph i fc ] Tris
6.055 g, WK Mt 3. 404g, 12mol « L™' HCI 1. 22mL, & & &

BETH ) VRHR A6 X A RBE A2 B B I H (03420024

500mL.

2.1.2 RSN M EIR G B AR R RG5O B/ mL
B 2T o)

2.1.3 REOJKHEBR(S5g+ L™')  50mg Be-Phe-Val-Arg-PNA
(S-2160) i1 80mL ZE1R7K, A M E W H R FilR, e AR
100mL.

2.1.4 FEREOME HOES H AT 10 (S AL D, B
o> A ImL b8 40 W MR )5, BN 25mL = M ke,
RAHH

2.1.5 HRNEW  FHIFAR 7 CA N R 2T D FURE 5 )
71 ) A R

2.2 WETTE

2.2.1 BEFVE IR K2 bR AE R S R B AT I T o b
WS, —XG—032—2000 J7 %Ml 5 , #f B £F Wil % i 43 501 B g
2.5,5.0,10,20 147/ mL, LG R B CELAT D 0T 500 1 AR A
B 1] I [R] 5o 00 A AS R 2 AR v &, T R D R Ry - Y
=2.12X-0.98,r = -0.991.

2.2.2  REVEVIEBANA S HZ SRR I 1mL 437
IAGRE L, 2B TmL & C AT 37°C fR3E 30min,
I150% FIVKEETR 0. 2mL 815 [ B, J N AE 43 6 6 B vF 1B

TEFE N WA, 2,41 2, MITF R, LA S0, RN F RSP A X # P AT . E-mail: 1dq0422@ Yahoo. com. cn  Tel: 0771-

5358549
* 482 Chin JMAP,2005 December, Vol.22 No. 6

i EELAR N 22 2 3 2005 4F 12 H 55 22 4555 6 W)



405nm K E G RECA B, BL A {4 B8 AR bR, X B 75
SR PARKE , BEAT HE AR OG0 BT, B A A B SR A R
AR B
2.3 FRiBEh & T S

R E R A, R O JELT 0,40, 80, 120,
160,200 L 4370 & T30 b, 2 plll A TmL A Dy b v 1
2o BB S ImL T AR b, 8 IR 545 2 A
S-2160 1mL , #%7,37°C {43 30min, JHA 0. 2mL VK R 22 1k
SRR o ARRAE FR I AN 3 B £ it J 9 R 2 A A8 0ok
BETE BB Ay (o ARG BE NS JRR: 2 CERLAY D) 2 i) A
e, VA RIRIH A FE N (n =5): YV =0. 0773X +0. 0481, r
=0.9993,

SE R BB AE 2 ~ 10 00/ mL 4 5 R A 928 1 %
2.4 HEMAR

W2, 147 BUT J7 k0l 46 A S 8, = HIRE i, BEAE 10
T, D342 1027 T00N J5 vl o 0 BT R A VRS AT
ST TSR R B HURE B8 B CRSD) o 5 1% [R0KS 5 15 I o 45
BH1.4% (n=3). 45 FRM], AVENEH S LI
2.5 L@

o 2 AR A T I X G v S D A 2T AR s B 2%
CaCl, B, 1E45 8 RV A AT T 15 B 1A T B
3 1Tt

T S FH B £ W 2 e #3285 T o 98 o ik 2 ) 401 3 1) 2
HF, 32 B TR T AR PR, I AT, T 3 kg 2E il A
TE o LRy v S I I 1 A A A Ko S S A
Pl o 55 P e 7 i i D (100 000 s g 9 2 4 [ 92, T T 50 R

R1 FHAARAHBEEERBRER(SGTER n=5)
Tab 1

Assay results of specific for defibrase ( labeled a-

mount% , n=5)

oy Tt 1] 7 K%
" ECs) EEC%) Ayos EE(%)

SR Po = 0 0 0

5 PR A £F R TR 27.8 97.6 0.316 99.4

5 LA o 2 Tl X S 17.4 156 0.315 99.0
+ 1% 13T 15

5 A PR LT XS T 16.6 167 0.317 99.8
+2% CaCl,

VSN 21 I 22.9 118 0.286 87.0

S FH B 7 T 16.8 163 0.282 85. 1
+2% CaCl,

i I 2 AL AR KT o A S 5 2 1l A T
REK S-2160 , 6 T8 H X A 55 K % ( PNA D, PNA 7E 405nm 4t
A7 BRI i Ve, HG 0 B S 5 2t It 8 B R E b, L% AR
AN B2 i Wl o1 70 v R AR A e I TR AR
M) 5 1O LAY HIR AR 5% 11 58 ] v M A o e 7 B L DO, & F B
LT DSR2 RS0 R PR D 5 R

S% 30k

(1] BRE, e, REOZIRCH ZIOEK N L] e
2k, 1985,6(3):174.
[2] JwEfg, Seprht, BIkA. BB R Ak &l 1],
T HEE 2 B2, 1995,23 (5):33.
Wk H 49:2004-09-14





