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Abstract: [Objective) This study synthesized artificial antigen of baclofen (BA) and obtained murine
polyclonal antibody with good immunological characteristics to provide an effective antibody for the re-
search of rapid immunology detection method of baclofen. [Method] In this study, baclofen was conjugated
with bovine serum albumin (BSA) and ovalbumin (OVA) by EDC method to synthesize immune antigen
BA-BSA and coated antigen BA-OVA. The conjugation effect of artificial antigen was identified by UV
scanning and SDS-PAGE. BLAB/c mice were immunized with immune antigen to obtain polyclonal antibody.

The immunological characteristics (titer, sensitivity and specificity) of obtained polyclonal antibody were
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identified by indirect ELISA, indirect competitive ELISA and cross reaction test. [Result) UV scanning

and SDS-PAGE results showed that the conjugation effect of artificial antigen was good. ELISA results

showed that polyclonal antibody titer reached 1 :

256 00, and half-inhibitory concentration (IC;,) was

22.33 ng/ml. The cross reactivity with structural analogues and other lean meat powder drugs (y-ami-

nobutyric acid, clorprenaline, clonidine, cyproheptadine, clenbuterol, salbutamol and ractopamine) were all

less than 0. 3% ,showing good sensitivity and specificity. [Conclusion)] This study successfully synthesized

baclofen artificial antigens and prepared polyclonal antibody with good immunological characteristics.
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Fig. 1 Chemical structural formula of baclofen
1 MBIk

1.1 #
L1.1 & & BE&EF &R T]R. AWK AT
IROE FEBENE AR RS VDT M 3 v 22 1 M A R
G 1-(3-H B L Y ) -3- 2 B i — 3 i (EDC) | N-
FRILBEHWE W e (NHS) | 36 1G58 445 7 (FCA) L if
AN 5E 24 F) (FIA) L4 1L 85 11 (BSA) (38 BlE &
F(OVA) ¥ | 3£ Sigma 2 7] 5 3 51 LU bR —
Pt (GaMIgG-HRP), Wy H 3¢ E Abbkine 2 f;
Na, HPO, + 12H,0,KH,PO, . NaCl, KCl #l NaH-
CO; Z5 5 o3 2h a0 . 1 [ 15 2 4 714k 27 il )
HIRATH
1.1.2 L £ DBSA224S B 7 K (8 [H Sar-
torius A A)) s Multiskan FC i 5% (3£ E Thermo
Scientific 22 7)), Vortex 2 BIR % #5 . T8. 10 H# Y
FrFLALHL G R B A R A A, SZCL-2 AR IR
ey B PE A (JL T AR ALER A R A R, HPX-
9052MBE %I 8 i K5 248 (L R sk A BRA RD
1.1.3 &KXz 6 JJ#E SPF it BALB/c /)
S ARE RE NN ) K7/ LR
.2 BEFAINEMNER

KA EDC 31 A i B A 2R N T, KA i
PELENE 2 fros . FREL S mg BV T 1 mL XL



48 P AL AR MRB 3 222 4R (A SRR 2 B

519 %

7&Kk (JH 1 mol/mL 4 HCl % pH ik 4.0 &
). A 5.4 mg NHS F1 9. 0 mg EDC, & J& #E %
JZ i 30 min, FREL 7.8 mg BSA 5T 1 mL f§ PBS
2% MPOBCH K R T SRR T VR R T L = I
JCRNE S b SRS B SOV R S B T A D L4

\9 +
C\OH

c\o ii

FEENT 3 d. BRI 3
L 5 min ZBEULTE
K B[R] B 1 T Bk

AT H PBS 2% wh itk fi
W, BWIEE T .5 000 r/min &
153 M & IS R B (BA-BSA)
il £ B USSP R (BA-OVA)

O
QNOH e
O

(NHS)

Cl
NH,\Q/CONHBSA

B2 AT RIEPUR (BA-BSA) (¥ 45 I 2k
Fig. 2 Synthetic route of baclofen immunogen (BA-BSA)
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Fig. 3 Identification of BA-BSA by UV scanning
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Fig. 4 Identification of BA-BSA by SDS-PAGE
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Table 1 Titer determination of baclofen polyclonal antibody
I L4 = %2 VL PR RG B BE Polyclonal antibody dilution B l=bad
No. 11200 1:400 13800 1:1600 133200 1:6400 1:12800 1:25600 Blank control
1 1. 897 1.210 0.904 0.635 0.542 0. 385 0.219 0.201 0.073
2 2.026 1.277 0. 874 0.583 0.420 0.339 0.235 0.196 0.082
3 1. 956 1.537 1. 150 0.831 0. 569 0.421 0.251 0.223 0. 064
4 1.518 0.801 0.550 0. 398 0. 326 0.261 0.217 0.202 0. 087

R EAE R ODsofd . £ 2 7.
Note:Data in the table is ODy50. The same as table 2.
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Table 2 Sensitivity identification of baclofen polyclonal antibody by indirect competitive ELISA
N4 LGS FR T W FE M %/ (ng » mL~ ') Concentration of baclofen standard solution 7;151‘3?36
No. 500 250 125 62.5 31.25 15.63 7.81 3.91 1. 95 0 control
1 0.198 0.251 0. 326 0.413 0.511 0. 640 0.756 0.821 0.926 0. 870 0.068
2 0.313 0.336 0. 362 0. 398 0.479 0. 549 0.665 0.798 0. 816 1.012 0.081
3 0.116 0.225 0. 336 0.412 0.482 0.552 0.641 0.778 0. 859 1. 065 0.061
4 0. 289 0. 315 0. 369 0. 436 0. 546 0.582 0.598 0.653 0.768 0. 876 0.071
10 SRE ST RN R XN A5 R R 3 TR,
3L RSS2 DA v T R S H A 6
o =027 75408773 FIHE 14 K 26 0 03 SRR B9 /N T 0. 3% , W]
0.6 JIT i 25 1 TR0 22 v B TR HL A B 1 R Sk
Sa N N
8 o4t 3 Tﬂ‘ I/IQ\
o R o — B 9 9 VA L 3 o
B8 2 5 B O SR A A S 1 A ) T U
O'%_o 0_I5 |I_0 |_‘5 3_'0 375 3_|0 ﬁ%*%%ﬁﬂﬁ’%‘ﬁ?ﬁﬂ%ﬁi%ﬁ%ﬂ@Hfﬂ,éﬁfﬁ%
BAF%F’EE‘J%:%H%?@ PR 2 4 W A TR Ok TR Bk R .
g concentration ) o . ) X
e e A5 0855 G S 0 o M B T AP 4 T R
%o /)N = L z N
. o . . SRR B A 5 K b A R 1) Al AR g B
Fig. 5 Inhibitive curve of No. 3 murine polyclonal antibody
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B F 2 e BB 5 y- 2 T IR A IR AR L m]

R R HE L PR A I 7 35 LA S A GERRAIE D7 vk i AT
ERPE TR b &
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Table 3 Cross reactivity of baclofen polyclonal antibody with competitors
NZET e g/ - N NET AV e/ N
G i S T e FRMMRES ek v
Competitor . CR Competitor . CR
1Cs0 1Cso

vAETR >1.0x10* <0.3 S5 % Clenbuterol >1.0X10* <0.3
Y-aminobutyric acid
N HEH Clorprenaline >1.0X10* <0.3 b T % Salbutamol >1.0X10* <0.3
[ )Rk % Clonidine >1.0X10* <0.3 3K £ M Ractopamine >1.0X10" <0.3
FEHEIE Cyproheptadine >1.0X10" <<0.3

PL ELISATCA SRR Y G~ K I O vk B AT
R RS S SE O H A8 S PR RS A o RE A8 R
) e 0O A 0 P T L AR G 8 2 ARG W Oy 1k AE
2B L G 2 B AR A S R B S B A I
P AR B 23 R0 0 ) S P B M A 9k AT
AL SE R . AL A BTSN R EE SR T/ 1
PO A B A AT G I T R B R
AL PR G 932 107 25 7 A AR BT MR T R
Wi B0 A S A 1) 2 L DR 23 1 S5 A B A SN T i
B O AR AT G 2 R AR R B G RE. 1
ORI 0 T AR BRI K L Oy A K A 1] B
T 3 B U B AU R T EDC i G R

Fof BSOS AR R A RN THUE R 5
AT N A0 I R R AT 4 I R R AT A
Wi 73 B it K/ SDS-PAGE i — 5 % 5 N T4t
JE A BRSO L 45 SR R N T A A e R R Ar . o
ARAT G P 2 e R AP PR BE e T SRl

FH 28 BN T 40 5 A 328 /N BRI 4% 2 s BE L AR
BN IR 1 s 25 600, H £ v B PR B A U, H
3 5N B2 v R DT R SR B Ay (IG5, Oy 22. 33
ng/mL) , i — 2 R WPl £ 9 N THU R = A T R4
W O o PR R S M DL 38 SR N AT
M s 38 SR F /N TR S M s A IR 56 R
] #2564 ELISA W 8 T 2 s B b ik 5 45 4 25 o)
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