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Abstract: To establish a new immune assay for Penicillic Acid (PA) from Penicillium cyclopium, we studied the synthesis of
conjugated complete antigens for penicillic acid. PA was conjugated to bovine serum album (BSA) and ovalbumin (OVA) by
1-ethyl-3-(3-dimethyl-aminopropyl) carbodiimide hydrochloride (EDC). The artificial antigens PA-BSA and PA-OVA were identified
by ultraviolet spectrometric scanning, SDS-PAGE and immunization. Results showed that the absorption peak of conjugation were
different from that of the carrier protein alone and of the PA. The conjugated ratio of PA and BSA was 23.2:1 and that of PA and OVA
was 10.4:1. Balb/c mice were immunized by the artificial antigen of PA-BSA, with PA-OVA as coating antigen. The average titer of
antiserums was more than 12 800 by indirect ELISA. The obtained antigens offered a basis for developing immunoassay method.
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Fig. 1 The structure of Penicillic Acid
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Fig. 2 The ultraviolet scan of BSA-PA, BSA and PA
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Fig. 3 The ultraviolet scan of OVA-PA, OVA and PA
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Fig. 4 SDS-PAGE analysis of BSA-PA
1: BSA-PA,; 2: BSA; M: Standard protein marker
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Table1 The substitution degree, absorbance and concentration
of half-antigen and carrier proteins and conjugates
Sample Concentration/(mg/mL) A237 nm A279 nm Az78 nm Couple ratio
PA 0.2 2.6481 0.0214 0.0231 -
BSA 0.21 1.3645 0.4379 0.4377 -
OVA 0.21 0.9826 0.4525 0.4543 -
PA-BSA 3.29 1.5269 0.4532 0.4559 23.2:1
PA-OVA 2.68 0.7991 0.4853 0.4910 10.4:1
F 2 IERN BN 45 R (T ODysonm 1)
Table 2 The antiserum titers results(average ODuso nm)
Dilutive multiple 1:400 1:800 1:1600 1:3200 1:6400 1:12 800 1:25 600 Negative serum
oD 2.133 1.815 1.574 1.137 0.834 0.570 0.316 0.162
o PA-OVA S wihilit, T LLFBRHTIL I 5c X fe e
Y e — R T ELISA ZRA, NRLSHER A T
03 e — BRI S B, 8 JEL R HL MBI k% 1:12 800, 7

400 800 1600 3200 6400 12800 25600 negative

Dilutive multiple

5 FHLEN BIAE N5 R (F18 ODyso nm B)
Fig. 5 The antiserum titers results
(average ODuso nm)
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