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Table 1 Comparison of CDI with CNBr in activation of Sepharose CL 6B

Activated agent

. s 12
(.yanatcI)romoanude[ l

Using per100 ml resin!®

Less than CNBr; do not touch

Toxicity and volatility

Stock solution
Activating solvent

Amount of washing water
after activated (in the
volume of resin)

Unspecific absorption (%) b

" Percentage of gHb to total Hb with APB-column.

J18h, CDI TSR AE L AR 22 42, W) PLAE 52

06 FHT (B B A KR ) i R AR U
A I 28 6 AN RE A RUES b I 86 £ B HEAT, T HL
R 7 30 RUBF R, By, I BBk

T—RIIB P 150, CABH AR R A

5 Bio- Rad “E7 HOREREAL I 2148 (1 1 1 A ke
&5 RAHLLEL, CDI ¥ 4L 11 Sepharose- CL 6B 2% Al
JERTRER 23 M gHb ORI AEACH ). (H 2 Ak
WAL ISR AN AT AT, 20 B 1R B0 % 2 AH S O .
FJ5U PRI e 3 WA R 35 PR AR T i £ v £ 1Y
mn, B HTREARRESER (% 2).

K H APB-Sepharose CL-6B, A1 M 21 f& i

and inhale when exposed

20% in dioxane

10 g

o

Hazard! Never touch and inhale

as carefully using in fume hood

20% in DM SO

absolute dioxane water

~ 50

12~ 18

DOUE 3 416 (1 % UL GAPDH w4 85t T Bl 3k 4k
gGAPDH!' M DT 5 3 Ak 05 £h i 4% 1) 555 R 2
Brah RAm, SALEUEL SR 2 BT R (1 JE4 3 1
WPt B it 24 18% Ao Ai. % 4h, EFE- TIF1 [
[ A S R B, P S A a2 1) 2R 1 I
CDIAE T 10% ZcAy. 3 i — 45 JL 11 Ji DA o] R e
AL ORI 58 2 A B 52 T EFE- 111 /Y
LT EL PL R RERM, CDI B IEREA
HRAT AR R R AL, [RG5S R R

g, R, 7 % 23 R 2 A A ] e A g
CDIT 1% 2% FEAE A i A A I 1 Bk A1



+ 330 -

EMFESE MR ER

Prog. Biochem. Biophys. 2002; 29 (2)

Table 2 Comparison of CDI with CNBr in activation of Sepharose CL 6B to analysis of glycated hemoglobin and glycated GAPDH

M ethods
APB (g) per 100ml resin, for column of gHb*
gHb criteria from 100 normal cases/ %
Rabbit muscle glycated GAPDH/ %
Total activity of GAPDH in blood/ (U=ml” "
Relative activity of gGAPDH in blood/ %
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Activity of immobilized EFE/ U
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55*8. 4 65%14.5
45 45
29 20
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"M icre- column came from Seiagaku Corporation. *'One unit either EFE- 1IF 1 or GAPDH is defined as the specific activity required to convert

I Hmol substrate per minute with 1 mg enzyme.
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A Safe Method for Activating Resin for Affinity Chromatography
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Abstract Cyanogen bromide has been widely used as an activator to some resins while preparing affinity
chromatography column and immobilized enzymes. Nevertheless, it is a hazard poison with a volatilization
feature, which should be carefully used. Here, 1, 1-carboxyldiimidazole is used as an activator to
Sepharose CL-6B, in order to immobilize earthworm fibrinlytic enzyme IIF1 ( EFE-1IF1), m-
aminophenylboronic acid and to detect glycated D-glyceraldehyde 3- phosphate dehydrogenase ( GAPDH), with a
low poison, a high coupling rate and a convenient process.

Key words  affinity chromatography, immobilization, carboxyldiimidazole, CNBr, bD-glyceraldehyde 3

phosphate dehydrogenase, earthworm fibrinlytic enzyme
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