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Abstract: Objective To synthesize and identify the hyodeoxycholic acid (HDCA) artificial antigen and to lay a foundation for the
preparation of its specific monoclonal antibody, establishment of immunoassay method, and application in the pharmacological
researches. Methods The HDCA artificial immunogen (HDCA-BSA) and coating antigen (HDCA-OVA) were synthesized by
mixed anhydride method and then examined by TLC method. BALB/c mice were immunized with the emulgator containing the
prepared HDCA-BSA conjugate and Freund’s adjuvant by the back sc multipoint injection for three times following with a booster
immunization by the prepared HDCA-BSA conjugate alone. Then the blood of mice was obtained from tail vein 24 h after the booster,

and the sera were isolated for the titer and specificity test by ELISA. Results According to TLC, HDCA was successfully conjugated
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to BSA. The antibody against HDCA obtained from immunized-mice could bind to HDCA and the titer was over 1 : 8 000. As shown

in the competitive inhibition curves, the antibodies in the serum were specifically bound to HDCA without cross-relativities with

glycyrrhizic acid, baicalin, geniposide, etc, except cholic acid (90%). Conclusion The HDCA-BSA is successfully synthesized,

which could be used for the preparation of anti-HDCA monoclonal antibody and the research on pharmacological targets of HDCA.
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Table 1 Determination of antiserum titer
by indirect-ELISA method

PG R P/N
5 (X10%) 1 2 3 4

1 9.98 12.93 13.22 13.14

2 6.98 10.18 11.26 11.30

4 472 8.23 9.78 9.08

8 3.01 5.92 6.06 6.71

16 1.74 3.59 3.17 4.97

32 0.89 1.79 1.63 271

64 0.62 0.75 0.77 1.51

128 0.60 0.61 0.60 0.98
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Fig. 2 Inhibition curves of antibody in serum
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Table 2 Determination of linear regression equation and sensitivity of serum in mice against HDCA

by indirect competitive ELISA method

N 2y R? REE (ICso) / (ng'mL™)
1 Y=-0.092 InX+0.673 9 0.994 1 9.26
2 Y=-0.087 InX+0.465 6 0.990 1 1.05
3 Y=-0.100 InX+0.771 9 0.997 3 13.20
4 Y=-0.107 InX+0.349 7 0.990 3 0.39
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Table 3 Cross-reaction rate of antibody in serum
against various compounds

&Y TXRNE 1% B XRNE %
HDCA 100 xR IR <0.01

JIEL 90 KU <0.01
HHR <0.01 FHR R B <0.01

HE KR <0.01 Ma <0.01
AT <0.01
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