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Synthesis and Identification of Complete Antigen of Tulathromycin

ZHU Xinfeng'?, ZHANG Yifan’, ZHANG Yinzhi?, SUN Xiulan'?, WANG Yifan', LI Ying'
(1. School of Food Science and Technology, Jiangnan University , WuXi 214122, China ;2. State Key Laboratory
of Food Science and Techology,Jiangnan Uniersity, WuXi 214122, China;3. Hanzhong Productus Quality
Supervision and Inspection Institute , Hanzhong 723000, China )

Abstract: The complete antigen of Tulathromycin was synthesized in this study. The Tulathromycin
haptens were obtained by deriving the mycotoxins with succinic anhydride,introducing the free
carboxyl group. The EDC method was applied to conjugate the Tulathromycin haptens to bovine
serum albumin (BSA) as an artificial immunogen. The coating antigen Tulathromycin-OVA was
achieved in the same way. The synthetic hapten was identified by LC-MS. Tulathromycin-BSA was
characterized by fluorescence spectrometry and Bradford method. The antiserum titer was detected
by indirect ELISA for BALB/c mice immunized with Tulathromycin-BSA. The conjugated-ratio of
BSA was determined as 17:1. The antiserum titer of the BALB/C mice reached to 1:8 000 after the
third Booster immunization. The complete antigens were successfully synthesized,which laid a
foundation for the development of the Tulathromycin ELISA kit.
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Fig. 1 Illustration of synthesize reactions of Tulathromycin hapten
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Fig. 2 Illustration of synthesize reactions of the complete antigen of Tulathromycin
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Fig. 3 LC-MS/MS result of Tulathromycin hapten

8 000 000 -
—— BSA
TamomE — BSARRBERA
6000000 —— BSA-E H W
g 5000 000 |  EmmE
E:’ 4 000 000 |-
< 3000000
2 000 000 |-
1 000 000
of . | . .
300 350 200 450 500
WK /mm

E 4 BSA RZE=H FEHE-BSA BEMHT AL
Fig. 4 Fluorescence spectrometry of BSA and BSA -
Tulathromycin

A=(eNIM)C, Fo A SWOC AR e, N BE R
JCREN A BSA A M A EEREH ,C hEN
HEJE M D BSA 5 BSA-ZR i85 3 MM o0 T

s A psy=(&Npsi/Misy) Crsa

Apsy—A 1= (&,Nesa/ Mpspr) Cpsaor
Kisa=A pss/ Cosx=&1,Npss/ Mipsa
Kisa1=A psaof Cosa1=81,Npsn o/ Msa

Horp K N HARPR

K BSA N BSA/ M BSA
K BSA-T ( N BSA-X ) / ( M &SA+XM I‘)

M4 SC Rk ) G Ny =60, Mysy =66 430, M, =
806.08, LK Kiy=0.007 3, Ky, 4=0.005 6,
5 H 22 h0 5 R 5 BSA MHEE L2l 17:1,

24 HEBMHENE

K FH R 422 ELISA I /N BRI 2 . = s LA
1 wg/mL LB HT R AL, 3 5708 UL T 854 f i, 38
F 1:8 000, M2 45 R WK 1,1 5 H1 5 5/ Bl i 2L
#ir A 1:4 000,2 5/ BUALTE 20608 1:2 000, Horp 3
S/NBRPCITE Y 1Cso N 98.5 wg/L, SZH 45 5 787315
BT AT PRSI R -BSA AIENEHE-OVA /Y
G IR I

1 3EMRANBERNAUCER

Table 1 Titration of the third mouse’s antiserum

1:500 2.44 0.134 18.21
1:1 000 1.56 0.128 12.19
1:2 000 0.842 0.142 5.930
1:4 000 0.421 0.135 3.119
1:8 000 0.291 0.137 2.124
1:16 000 0.169 0.135 1.252
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