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Abstract

non-competitive enzyme-linked immunosorbent assay (ELISA). [ Method ] Andrias davidianus lectin was used as complete antigen. The New Zeal-

(College of Food Science and Engineering, Dalian Ocean University, Dalian, Liaoning
[ Objective | To prepare polyclonal antibody against the content of lectin in skin mucous of Andrias davidianus and develop an indirect

and white rabbits were immunized according to the immunization procedure. Finally through the optimization of coating amount of lectin and anti-
body dilution,an indirect non-competitive enzyme-linked immunosorbent assay was developed. [ Result] The titer of the antiserum determined by
ELISA was up to 1: 16 000. Determined polyclonal antibody diluted was 1:3 000. The best working dilution of horseradish peroxidase-conjugated
affinipure goat anti rabbit IgG was 1: 30 000. The linear range of the method was 31.25 —1 000. 00 ng/mL (R’ >0.99). The variation coefficients
of intra-assay and inter-assay were 2.50% —9.88% and 2.69% - 11.59% ,respectively. Recoveries ranged from 91.5% to 109.5%. [ Conclu-
sion] A rapid,sensitive and repeatable indirect non-competitive ELISA detection method for Andrias davidianus lectin allergens was established

successfully. This method is suitable for qualitative determination of Andrias davidianus lectin.
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Table 1 Dilution degree of antiserum and envelope antigen for ELISA detection of ADL

BT BT H PRGBS Antigen dilution multiple

Antiserum

dilution ratio 1:1 600 1:3 200 1:6 400 1:12 800 1:25 600 1:51 200
1:400 3.725 2.998 2.017 1.132 0.874 0.783
1: 800 3.794 2.857 1.649 0.914 0.622 0.592
1:1 600 3.547 2.533 1.308 0. 640 0.475 0.468
1:3 200 3.476 2.195 1.161 0.489 0.331 0.372
1: 6 400 3.096 1.688 0.706 0.336 0.317 0.327
1:12 800 2.749 1.364 0.583 0.289 0.175 0.193
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Fig.1 Indirect non-competitive ELISA standard curve
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Table 2 The variation coefficients of intra-assay and inter-assay of ADL deter mination

ADL #e 7 Y Intra-assay #[i] Inter-assay

ADL concentration 0D, Y18 SD AR Z R 0D, Y418 SD AR Z R
ng/mL 0D 5, mean ng/mL Variation coefficient// %  OD,;, mean ng/mL Variation coefficient // %
1 000. 000 4.079 0.241 5.91 4.040 0.202 5.00

500. 000 3.569 0.033 0.92 3.575 0.080 2.25

250.000 2.562 0.038 1.50 2.569 0.040 1.57

125.000 1.485 0.014 0.97 1.471 0.026 1.77

62.500 0.709 0.036 5.09 0.695 0.051 7.28

31.250 0.452 0.044 9.68 0.439 0.054 12.35

15.625 0.429 0.033 8.79 0.368 0.034 9.28

F3 ERERVELER(n=6)
Table 3 Recoveries of added samples of ADL

PRI E

PBS ' ADL & ¢ AR Average IS
ADL content Added amount asured Recovery
in PBS/ pg/mL pg/mL va]if’j‘/“:rg/m %

0 62.50 57.07 +1.65 91.5
0 125.00 141.97 +4.86 107.7
0 250.00 236.07 +4.55 105.9
0 500.00 464.13 £9.57 88.0
0 1 000.00 1093.37 +27.93 109.5
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Table 4 The distribution of ADL in the head , trunk and tail of Andrias

davidianus mg

PN
Andrias
davidianus No.

Head

i il FE#B
Body Tail

1 20.56+0.14  24.30 +0.38 = 18.99 +0. 64
2 21.74+0.13  25.17 +0.92 = 19.30 +1.93
3 19.58 +1.40  26.36 £1.10 % 17.33 +1.30
4 20.16 +0.51 24.24 £0.57 = 19.41 +0.26
5 19.71£0.27  25.84 +0.51 = 19.86 +0.60
6 19.51 +0.81 24.84 +0.76 = 19.86 +0.51
7 20.79£0.76  26.54 +0.30 = 19.56 +0.22
8 22.86+0.84  27.72+0.58 = 19.78 +0.69
9 22.51 £0.11 24.67 +0.48 = 18.18 +0.08
TP = " FORIRT IS LR AR, 7E 0. 05 K- 2557 B3, WL
R B 20 g0

Note: #* stands for significant difference at 0. 05 level between body and
head, tail. Sample quality is 20 g.
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