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Abstract: [Objective] The study was done to develop a ciELISA kit to detect enrofloxacin residue.
[Method] Balb/c mice were immunized with BSA-ENR. Hybridoma lines secreted monoclonal antibody a-
gainst ENR were generated with cell fusion. ENR mAb was generated by inducing ascites in mice. A
cELISA kiting for detect ENR (ENR -Kit) was developed with ENR mAb and its sensitivity, ICs, , veraci-
ty,specificity and stability were tested respectively. [Result] Two hybridoma lines were filtered and the
best one was 4G1-B3,which secreted ENR mAb with indirect ELISA titers of 1 : 1. 024 X 10° in ascites. I-
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sotype of the two mAb was IgGl. ENR mAb had a high affinity constant (Ka) of 9 X 10" L/mol. The
ENR-Kit had a linear detection ranging from 0. 05 to 48. 75 ug/L,the sensitivity of 0. 05 pug/L and a good

sensitivity with an IC;, of 1. 31 pg/L to ENR,O. 02% cross-reactivity to Ciprofloxacin and less than 0. 01 %

cross-reactivity to other compounds. The recoveries of ENR spiked in milk,fish and chicken were 96. 49 %,
86.95% and 84. 13% respectively. The coefficient variation was below 10%. [Conclusion] The ENR-Kit is

characterized with rapidity,sensitivity, specificity and briefness,and can be used for the rapid detection of

ENR residues in animal food.
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Fig. 1 The titers of ENR pAb by indirect ELISA
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Table 1 Indirect ELISA titer of ENR mAb
2% 32 I8 4 i ik 4 i 3 5% 1 /N BB K
Hybridoma line Supernatant Astices
4G1-B3 1:1 280 1:1.024X10°
4G1-G1 1: 640 1:5.12X10°
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SERIE B A 9 X 10 Fl 4. 5X 10" L/mol. &
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Table 2 Cross reactivity of 4G1-B3 mAb and multi antibiotics

e TRWHRE LR AR 7 R FRWHAE  RLRRE %

Inhibitor (pg+ L7 ICs Cross-reactivity Inhibitor (pg+ L7 ICs Cross-reactivity
Wi B Enrofloxacin 1.31 100 filk e w2 g Sulfadiazine >1.25X10* <0.01
IRV E Ciprofloxacin 6 250 0.02 %5 & Chloramphenicol >1.25X10* <0.01
35S B Danofloxacin >1.25X10% <0.01 }E 75 % Streptomycin >1.25X10* <0.01
b & Difloxacin >1.25X10* <0. 01 KK %5 % Gentamycin >1.25X10 <0.01
W IP & Norfloxacin >1.25x10* <0.01 N R ZE Ampicillin >1.25x10* <<0. 01

2.4.5 EAE F 3 RWL YRG0 BCRAE
90.37% ~102.25% , 47 96. 49% , A R ZE (CV)
H5.6%~10.7% -1 8. 27 % 5 X P EE i 7 I [m] i
RAE 77. 0% ~ 90. 5%, F ¥ 84. 13%., CV K

8. 41%~12. 7% . -4 9. 85% 5 4 P RE i 75 i 5] kg
FRAE82. 8% ~91. 4%, F1) 86. 95%,.CV Jy 7. 7~
10.5% .73 8.88% ., MM TFE SR CV Y
/NF 10 % . 2B ENR-Kit HAT 5@ 0 a0 B .

%3 ENR-Kit @A EHmEFMEBKELER (n=6)
Table 3 Recovery test of ENR added to different samples by ENR-Kit (n=6)

P ENR T EITEN ERRB %
Sample Amount of ENR Measured value Recovery cv
2 2.05+0. 177 102. 2518. 85 8. 63
&3’?{: 8 7.8540. 84 98. 08410, 49 10. 7
1
32 30,4941, 71 95. 265,33 5.6
64 57.8344.73 90. 3747, 39 8.18
2 1.814+0. 15 90.5+7. 61 8. 41
5 A 8 6.9340. 66 86. 68, 20 9.5
Chick
32 26,3742, 31 82.4+7.23 8.8
64 49. 2816, 25 7749.77 12.7
2 1.8340.17 91.4-49.35 9.14
%"*E 8 7.0940.75 88. 6749, 34 10.5
1S
32 27.242.23 85-6. 96 8.19
64 52.9-4.08 82.8-56. 38 7.7

I RPYIRER ENR 84200 pg/L. AR pe/ke.

Note: ENR concentration unit in milk was pg/L,and in meat was pg/kg.

2.4.6 HEpsomre WK 4 AR, 4 R R AR UE

281y 1C;, 43 5 4. PBS 1. 31 yg/L, A RE 1. 63
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02}
0 1 1 1 1 1 J
—-10 —05 0 05 10 1.5 20
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Fig. 4 Effect of different sample solutions on ENR-Kit
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AAXF R =5 - 8 10 peg/L. Bucknall 2557 % B & B R
S TR A BT BB 2 2P0, Rz 4 £ 15 5
Ranib By 2 s BEHUR, IF g7 17 ELISA &l Jy
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