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Establishment of Elispot Assay for Detection of Gentamicin in Milk

WANG Dan, XU Yang;k , HE Qinghua, HUANG Zhirbing, KANG Min
( State Key Laboratory of Food Science and Technology, Nanchang University, Nanchang 330047, China)

Abstract: T his manuscript developt a rapid detection method Elispot assay for Gentamicin sulfate,
for this, Antr GM polyclonal antibody through GM immunogen was obtained; Establishing milk
GM-Elispot assay method by spotting coating antigen on PVDF membrane, and the coating
antigen and GM in samples competitive binding the site of antr GM polyclonal, then the HRP
catalyzed chromogenic substrate, according to presence or absence of color and depth for
interpretation of results. Results: The detection threshold of this method was 10 ng/mL,
detection time was within 40 minutes and it can achieve semiquantitative detection. The strip of
which was stored at 4 C for 90 days could be used and no cross reaction was found with several
structural analogues. The results of samples analysis obtained from the Elispot assay were in a
good agreement with that of ELISA method.
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ELISA , ELISA
Q1 mg/kg, Q2
mg/ kg, 1.2 2 Elispot assay %5
2 mg/kg 5 mg/ kg 1) : PVDF (36 mm X 6
, mm) X 7 , 1 min, PBS
[3] [4] [5- 6] 101’[1]11, , 4x7
; ) GM-OVA , 3 UL,37 C 60
5 min, 5% 60 min,
Elispot assay ELISA 36 mmX 6 mm
| (8] %) : 20
, , GM
GM 400 200 100 50 10 O ng/mlL, 1 mL
, PVDF , Elispot PBS 10 ,4 000 r/ min 5 min,
assay,
SN 3) Elispot assay PVDF
1 ##H5 7% . PBST 2 min, ,
11 , PVDF 36 mm X 6 mm
111 #H R : Gentamicin sult S
fate GM, ; : Strepto- ’ 500 ML
mycin sulfate SM ; ) 500 L PBS )
: Sulfadiazine SD, ; ( 1 000 KL PBS),
: Kanamycin sulfate, KM, ; 10 min PBST
Neomycin sulfate NM, ; 20mL, 2, 3 min )
Albumin Bovine BSA, ; > )
Ovalbumin OVA, : . 1000 KL 1: 1000 IgG-HRP,
EDC, ; : 1gG 10 min ) 3
HRP, Gene Tex; : Complete Fre , 3 min ( TMB) , 1
und’ s adjuvant, Sigm a; : Incom- min Hol )
plete Freund s adjuvant, Sigma; polyvinylidene fhr
oride( PVDF) microporous membrane: M illipore; 1.23 A B{E6 # 2 10 GM
TMB ( ) 20 18 16 14 12 ng/mL 5
; Balb/c mL, ,
; ELISA )
; . 1. 2 4 Elispot assay K4k & 0942 & M Ands 7 &
112 NE5E&%E (Thermo); - 6 ,
U niscanB780( ); Quantity Elispot assay
one( Bio— Rad) ,
12 4 C , 4 C
121 RXEFZALMEAGH S5 L2 Elispot assay ,
EDC , SM KM NM  SD
(GM-BSA) (GM-OV A), (1510 20 50 ng/mL)
[6] GM-BSA Balb/ ¢
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Tab.2 Comparison of Elispot assay and ELISA
Elispot assay ELISA
/ /mL
(ng/mL) / (ng/mL) /%
1 0 3 - 0 100
2 20 3 - 18 7 935
3 100 3 110 2 110 2
4 200 3 213 7 106 9
5 400 3 389 9 975
3 - ” 7“ + ”
. 10 ng/ mL, 20
3 & & .
GM  Elispot assay, 40 min;
, ; ELISA
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