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Preparation and Characterization of Monoclonal Antibody against Sheep Skeletal Muscle Troponin T
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Abstract: Monoclonal antibody against sheep skeletal muscle troponin T (sTnT) was prepared and its properties were
evaluated. For this aim, sTnT was prepared by extraction in boiling NaCl solution and purified by sodium dodecyl sulfate
polyacrylamide gel electropheresis. Hybridoma cell lines with stable secretion of sTnT were obtained after fusion. The
titer, subtype and specificity of monoclonal antibodies were analyzed by enzyme linked immunosorbent assay. Three stable
monoclonal antibodies (2E11, 3D3 and 4C2) were obtained after cloning. Among these, 4C2 had the best specificity with a
titer of 1:5.12 x 10°. The subtype of 4C2 was IgG1 and its affinity constant was 1.1 x 10’ L/mol. Western blot results showed
that the monoclonal antibody reacted with bovine and sheep skeletal muscle extracts but not chicken and duck skeletal
muscle extracts. Accordingly, 4C2 could allow discrimination of ruminant from poultry skeletal muscle.
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T IR N - 5 TR M Tk i 468 Jie LUK (sodium dodecyl sulfate
polyacrylamide gel electropheresis, SDS-PAGE) 43%|TnT
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PR 28 2 28 8 T VR A ST AN P R R 2

1 Me5EHE

LT MRS

HATE; 983 (HAT media supplement (50X) ,
Hybri-Max™) | HT#; 7% (HT media supplement
(50X) , Hybri-Max™) . #[R5E4H. #KAEE
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1.3 5k
1.3.1  HUEAHEE
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R LA AR 4> %00.1 %035 -2040.01 mol/Li% R £k 2%
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SN 0 10% 6 A I3 (P 1, 37 CHFE2 hy Peidk.
s KRS RREL 000 £5, &FFLIIA100 uL, IfH
WESEANEA (PBS) FMEATEX R (BATEMmE) |
37 CHFE45 min; Pk AT GILIMAT100 pLifRE
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X E R NEATIRIUS, 3 EIE Y115 mg, 13
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2.2 SDS-PAGE%:

1 Markel: 2
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24 kDa
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VKIE L A V2. S AR .
1 REDINSDS-PAGEX E SR
Fig.1  SDS-PAGE identification of extracts
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Table1 Selected characteristics of monoclonal antibody
A BB PR IR E/ (mg/mL) BB
2E11 26.8 1:1.00% 10°
3D3 5.0 1:2.56X10°
4C2 10.9 1:5.12%10°

/N BRI 7K 8 o R - B TR e U v Ak I BT O SR
R ol A T R 1 S s R A PR R, A
ELISAE &4 . HHERITTAL, 3 PR 50 B P4 40 ik o
WA AN E10° A
2.5 HUSEREPUARIEILIN E 45 R
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Fig.2  Determination of monoclonal antibody subtype

K H EZELISA 7 v g 3 Fh s se BT AR i W2 .
BRI 50, AN [R] 4% A2 988 200 i 2 0 1 0 o B B Ak 5 A TR
WA AR R ER, HH2E115HikIgGlR M
M)A yso am®it 1515 G HUARIGM R N I A 450 0 BAK, T 5 B
IgG2a. IgG2b. IgG3HIIgA M {15 Y& T0.2; 4C2
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Ao MK T0.2, RBE3D3I W HIFLIARZE T LIIgM A T .
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HE3A & 2E1152E, ¥, 39, 158U
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Fig.3  Cross-reactivity of monoclonal antibody
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Fig. 4 Immunoblot analysis of specific response of 4C2 to skeletal

muscle extracts
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Fig. 5 Determination of affinity of 4C2
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