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Fig. 1. Optical density of standard hemolyzed solution.
H— N, SRBC 50X10® cells/m/, ®—@, RaRBC 4.0X 108 cells/m/.
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Fig. 2. Example of complement fixation curves on the classical
pathway of the complement system. SRBC (5.0X10° cells/m/)
was sensitized by reaction with corresponding hemolysin solution.
®B—W, hemolysin dilution 1/50, ®—®, hemolysin dilution 1/75,
A—A, hemolysin dilution 1/25, ¥—V¥, hemolysin dilution 1/100.
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Fig. 3. Effect of EGTA on the hemolysis of alternative pathway.
RaRBC concentration was 4.0X10® cells/m/ and Mg** was 5 mM.
B — W, serum dilution 1/5, ®—@, serum dilution 1/10, A — A, serum
dilution 1/20.
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Fig. 4. Effect of Mg?* concentration on hemolysis by the alterna-
tive pathway. RaRBC was 4.0X10° cells/m/ and EGTA was 4 mM.
A— A, serum dilution 1/2.5, B— M, serum dilution 1/10, @ —®, se-
rum dilution 1/5, ¥—¥, serum dilution 1/20.
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Table 1. Effect of solvents on the complement fixation reac-
tion.

effect?
solvent?
CP AP
Acetone 1% —269+15 —39+01
2% —4044 3.0 —46+49
3% —545+ 37 +78+ 36
4% —61.1+49 +27.7+ 27
DMSO 1% -84+ 18 —14.1+ 46
2% —134+72 —125+ 34
3% —143+ 71 —123+01
4% —144+42 +85+13
Methanol 1% —322+27 —262+27
2% —500+37 —354+17
3% —611+ 01 —383+29
4% —694+ 0.03 ~325+0.1

P final concentration on complement fixation reaction, 2 denoted su-
ppression(—) or accelleration(+) from standard hemolysis.

CH, : Rosmarinic acid methyl ester (RAM)
H : Rosmarinic acid (RA)

Caffeic acid methy! ester (CAM)

Fig. 5. Structures of compounds isolated from Agastache ru-
gosa.
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Fig. 6. Anticomplementary activity of three phenylpropanoids iso-
lated from Agastache rugosa on the classical pathway. The com-
ponents for standard hemolysis were SRBC 50X 10® cells/m/, he-
molysin dilution 1/100, and serum dilution 1/95, respectively. M—H,
rosmarinic acid, @ —®, rosmarinic acid methyl ester, A— A, caffeic
acid methyl ester.
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Fig. 7. Anticomplementary activity of three phenylpropanoids iso-
lated from Agastache rugosa on the alternative pathway. The
components for standard hemolysis were RaRBC 4.0X 108 cells/m/,
serum dilution 1/10, Mg?* 5 mM and EGTA 4 mM. m—®, rosma-
rinic acid, ®—@®, rosmarinic acid methyl ester, o— A, caffeic acid
methyl ester.
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s T Ao Z Ay ATHFig. 5). Caffeic acid methyl
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Micro-screening Method for the Anticomplement Substances from Natural Resources
Sei Ryang Oh, Keun Young Jung and Hyeong Kyu Lee* (Korea Research Institute of Bioscience and Biotechnology,
KIST, Taejon Korea)

Abstract : To screen inhibitors on complement system from natural resources, micro-screening method was established
by using hemolytic complement assay. Complement fixation reaction was carried out in the microplate system. For
standard hemolysis (50% hemolysis) of the classical pathway (CP), hemolysin and complement serum were diluted
to 1/75~1/100 and 1/80~1/120, respectively, when sheep erythrocytes were 50X 10° cells/mi. In case of the alternative
pathway (AP), complement serum was diluted to 1/5 and EGTA and Mg?* were added 4 mM, 4~8 mM, respectively,
when rabbit erythrocytes were 4.0X10® cells/ml. Dimethyl sulfoxide was used for the assay of non-aquous soluble
compounds or extracts and its final concentration was not more than 1%. Three phenylpropanoids showed anticomple-
mentary activities in proportion to the concentration for both pathways and rosmarinic acid exihibited the highest
inhibitory activities: 54+ 3.6%(0.063 mM)~95.8+ 0.2%(0.5 mM) and 35.1+ 0.9%(0.063 mM)~95.6+ 1.1%(1 mM) on the
CP and the AP, respectively.
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