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Quality Testing for Kallidinogenase Preparations
by HPLC-post-column Analysis -
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In the present study, according to the standardized methods, we tried to evaluate the quality
and efficacy of oral kallidinogenase preparations, which were manufactured under the new
quality standard, and the stabillity and purity tests by using HPLC-post-column analysis. Results
obtained by the standardized methods showed that all of the specimens were in compliance
with standards. The purity test by HPLC-post-column analysis revealed that many specimens
were found to have enzyme activities other than kallidinogenase. The stability test showed that
most specimens were stable enough under the storage conditions at 50°C for 2 months, but one
particular specimen reduced to 30% of the labeled activity under the same conditions. These

results suggest that although the products have been manufactured and marketed under the stand-
ardized criteria, the qualities of kallidinogenase preparations are found considerably different

among manufactures.
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Table 1. Specimens Examined

Specimen No.

Lot No

1 HG21B

2 ZK19

3 Z001

4 80713

5 319008

6 2307

7 3GL1

8 B03G3

9 UGU02B
10 31507
11 805AA
12 Y006
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4. HPLC-HRZ b HF5LHH
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Analytical conditions

Column  : MonoQ HR5/5 (I.D.5x50mm, Pharma-
cia)
System : HPLC system (Pharmacia)

Flow rate : 1 ml/min
Solvent A : 0.02M phosphate buffer pH 6.8

Scheme 1.

Solvent B :0.02M phosphate buffer containing 1M

NaCl pH6. 8
Gradient :solvent B 0-50% for 49 min
Injection : 100ul
Wash : solvent B 100%
Detection : 280nm

HPLC-post-column Analysis
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Table 2. Enzyme Reactions in Post-column Analysis

Post-column reaction (1)

Reaction Pro-Phe-Arg-MCA T&- Pro-Phe-Arg + AMC
[Kallidinogenase and trypsin-like enzymeJ
Solvent C 0.05M Tris-HCI-0.1M NaCl pH 8.0 containing 0.025mM Pro-Phe-Arg-MCA
Conditions : 30°C for 1 min with 1 ml/min (total flow rate 2ml/min)
Detection fluorescence (Ex.380nm Em.460nm)

Post-column reaction (2)

Reaction : Suc-Ala-Ala-Pro-Phe-MCA ——» Suc-Ala-Ala-Pro-Phe + AMC

lchymotrypsin-ﬁke enzyme

Solvent C 0.05M Tris-HCI-0.1M NaCl pH 8.0 containing 0.025mM Suc-Ala-Ala-Pro-Phe-MCA
Conditions : 30°C for 1 min with 1 mi/min (total flow rate 2mi/min)
Detection fluorescence (Ex.380nm Em.460nm)

Table 3. The Stability of Kallidinogenase
Specimens
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Specimen No.

1 113.340.7 108.2+0.1
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- 4 100.4£0.8 89.6+1.1 fe7s HPLC-® A b 4 7 A ¥ & fTy, WAl

5 92.9+0.7 27.340.6 o) et asITL .

5 127.342.2 125.241.2 %?hfifwu//vf EHUADFIL 2 X H

7 129.041.0 114.2+0.8 IR L R LT
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