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Enzyme linked immunosorbent assay ELISA for the
quantitative analysis of diethylstilbestrol DES
residues in the muscle of Trionyx sinensis

HU Kun YANG Xian-le ZHANG Ju
Fishery Pathogen Colleciion of the Ministry of Agriculture  Shanghai Fisheries University ~ Shanghai 200090  China

Abstract Based on the antigen-antibody reaction diethylstilbestrol DES in the muscle of Trionyx sinensis is
bound by the sheep antibodies that are directed against rabbit IgG anti DES antibody in the reagent box. After a
washing step the DES enzyme conjugate is added which is bound by the remaining free antibody binding sites.
With the enzyme substrate the colorless chromogen converts into a blue product. The measurement is made
photometrically at 450 nm. The absorption is inversely proportional to the DES concentration in the sample. The
mean lower detection limit of this method is about 0.0125pg/kg. The mean recovery rate is 74.8% and the
coefficients of variation is 1.763 ~ 3.084% . This method is rapid sensitive and reliable. It is available for
sensitive detection of DES residues.
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HPLC -
DES
DES
DES
1
1.1
BIO-TEK ELSO08IU KC4 v3.0
Biopharm DES DES
RIDA CI8
67mmol/L pH7.2
1.2
1.2.1
Trionyx sinensis
10mL67mM 5.0g +0.1g
3.0g £0.1¢g 8mL
8mL
3mL
L
1.2.2
3mlL RIDA CI18
2mL 20% 3mL 40%
3mL 80% 4ml
1.2.3
20 -24C
20pL
2~8%C
2
3 250pL
50pL 1h
30min
1.2.4
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DES KC4 v3.0
2
200ng/L 4ml. 6ml. 5.0¢ £0.1g
3
DES
2
2.1
0.0125pg/kg
2.2 1.0
| 0.8
g 0.6
2.3 § 0.4
1 = 0.2
0 1 1 i J
1.763%  3.084% 0 50 100 150 200 250
2.4 W/ (ng/L)
2 1
74.8% Fig.1 Standard curve of DES
2.5
DES 1
0.7251g/kg 0.996pg/kg 0.4591g/kg 3 Tab.1 Precision of DES assaying
vg/kg vg/kg %
3 0.696
1 0.672 0.683 1.763
0.681
DES 0.952
DES 2 0.946 0.937 3.084
DES 0.914
DES GB/T
14931.2 — 1994 250pg/kg ’ — 2
50pg/kg 8 Tab.2 Recovery rate of DES assaying
NY/T - 5070 — 2001 DES
pe/kg pe/kg % %
lpg/kg 0.120 75.0
0.05 - 0.00051.g/kg 0.160 0.122 76.2
0.119 74.4
74.8+0.024
0.174 7.5
0.240 0.184 76.7
DES 0.178 74.2

0.0125pg/ke
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DES DES 3 DES
MRL 2pg/kg 1pg/kg Tab.3 Assaying result of DES residues in the muscle
of T. sinensis
vg/kg 1g/kg
0.733
J-1 0.716 0.725+£0.011
0.726
0.989
J-2 1.004 0.996 + 0.008
0.995
0.469
DE J-3 0.457 0.459+0.020
S 0.451
DES DES
DES 258
DES
1 J. 1997 43 6 701 -705.
2 J . 1991 22 9 499 -411.
3 J . 1997 43 6 701 -"705.
4 J. 2001 18 3 26.
5 J . 1996 3 45.
6 J. 2001 12 1 65.
7 S .GB/T 14931.2 - 1994.
8 GC/MS J . 1997 18 3 36 -40.
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