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Scheme 1 Synthetic process of acid red 73 ( AR73) conjugates
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Fig. 1 UV—scanning of BSA AR73—hernisuccinale( HS) - protein carrier and conjugates
BSA and AR73-HS 1. BSA; 2. AR73-HS-BSA; 3. Ovalbumin ( OA); 4. AR73-HS-
OA.
3.2
ELISA 0D,y ... /OD o o A
3 1.28 x 10 ; 2 2.56 x 10
. 3.2x10°  8.0x10°.
3.3 ELISA s 100
= &
2.2.3 3, =
*x  80F
B/B, lsC B/B, = -21.3691gC &
) L
+97.312 R* =0.9822. AR73  1C,, P
e
181.2 pg/L; 7.9 pg/Lo 2 a0t
I1Cs, AR73 £ 3=-22.084x+99 867
20 R=0.9917
o AR73 N N B
<1
T 1 1 1 1
> 3 ¥0 1 2 3 4
1.13%( 1), AR73 lgC (ng/L)
3 . 3 AR73  ART3
AR73 Fig.3 Inhibition curve of antibody for AR73
AR73
1
Table 1  Cross—reactivity of anti—serum with some competitors
73 3
Acid red 73 Sudan red 3 Congo red Phenol red Safranine Basic fuchsin
ICs 181.2 1.59 x10* 4.58 x10° - - -
Ratio of cross—reaction 100 1.13 0.03 - - -
(%)
LOD
(/L) 79 : - - ; B
- ( Not determined) o
3.4 ELISA
10 30 100 ng/g ART73 .
( 2) 3 63.5% ~90.7% RSD <6.8%
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AR73 o 2 AR73
Table 2 Recoveries of AR73 from blank shrimps
N N Added Found ( c];ecovei}é) (% RSD_ 6)
7 (ng/g) (ng/g n=6) cons ons
' 10 6.34 63.5 6.8
73 ° 30 23.1 77.1 5.0
100 90.7 90.7 3.3
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Preparation and Application of Acid Red 73 Polyclonal Antibody

CHANG Xiang-Cai' YANG Xiao-Nong ' SONG DingZhou' LIU Qian'
YU Xue-Hui' CHENG Jiang® HUANG Wei'
"( College of Life Science and Technology Southwest University for Nationalities Chengdu 610041  China)
*( Sichuan Province Institute of Veterinary Drug Control Chengdu 610041 China)

Abstract Connecting the hydroxyl of acid red 73 ( AR73) molecule with a " spacer arm" containing a

carboxyl as hapten and the hapten was conjugated to bovine serum albumin ( BSA) or ovalbumin ( OA) by
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using N-hydroxysuccinimide active ester method as immunogen and coating antigen respectively the polyclonal
antibody titer was 2. 56 x 10° through immunization of New zealand white rabbits then an indirect ELISA
procedure for the determination of acid red 73 was established. The half of inhibition concentration ( IC,)) was
181.2 pg/L the limit of detection for acid red 73 was 7.9 pg/L and the cross—reactivity study showed that
the polyclonal antiserum was highly specific to AR73 and no cross—reactivity was detected between the
obtained polyclonal antiserum and the other competitors except to Sudan red Il (1. 13%) . The recoveries
from the standards fortified blank samples were in the range of 63.5% —90.7% with RSD lower than 6. 8% .
The developed method can be used to determine the acid red 73 residue in shrimps and can help to prepare
the monoclonal antibody and develop the rapid test kits for acid red 73.

Keywords Acid Red 73; Acid Red GR; Polyclonal antibody; Active ester method
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