* 34 2024 2 58 2 Chinese Journal of Veterinary Drug
doi: 10. 11751 /ISSN. 1002 - 1280. 2024. 02. 06
* *
( ( ) 100081)
2023 -09 -23 A 1002 - 1280 (2024) 02 -0034 - 06 5852.62
NMOO1 NMOO1
6 BALB/c ELISA 2
2C5 7G3, ELISA
6.4x10°  1.2x10% 2C5  7G3 IeG1 N
ELISA 1.02x10°  4.09 x 10°
o Western Blot 2
o 2C5  7G3

Preparation and Identification of the Monoclonal Antibodies

against Mycoplasma bovis Strain NMOO1

LIU Ying WANG Jing — wen ZHANG Min CHEN Xiao — yun WANG Lei" YANG Cheng — huai

( China Institute of Veterinary Drug Control Beijing 100081 China)

Corresponding authors: WANG Lei E — mail: sdsfdxwl@ 163. com; YANG Cheng — huai E — mail: ychenghuai@ 163. com

Abstract: This study was conducted to obtain the monoclonal antibodies against Mycoplasma bovis strain NM001

and to evaluate the characterization of the monoclonal antibodies. Six — week — old BALB/c mice were immunized

with Mycoplasma bovis strain NMOO1

two hybridoma cell strains stably secreting antibodies against NMOO1

separately named as 2C5 and 7G3 were obtained by hybridoma technology and indirect ELISA. The antibody

titers in cell supernatant of 2C5 and 7G3 were 6.4 x 10" and 1.2 x 10* respectively. Both monoclonal antibodies

2C5 and 7G3 were determined to be IgG1 category

and all light chains of 2C5 and 7G3 were belonged to\ chain.

The monoclonal antibodies 2C5 and 7G3 were purified with antibody titers of 1. 02 x 10 and 4. 09 x 10’
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respectively. Moreover
bovis

mycoides subsp. capri

results of indirect ELISA showed that both 2C5 and 7G3 can react with Mycoplasma
but not react with the Mycoplasma agalactia Mycoplasma capricolum subsp. capripneumoniae Mycoplasma

Mycoplasma ovipneumoniae or Pasteurella multocida. The result of Western Blot showed

that both monoclonal antibodies 2C5 and 7G3 can specifically recognize proteins of Mycoplasma bovis. These data

suggest that monoclonal antibodies 2C5 and 7G3 can react specifically with Mycoplasma bovis

provide a basis for serological detection of Mycoplasma bovis.
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Tab 1 The vaccination strategy of mice 1.8.1 ELISA PBS
' . 1:10
100
100 ELISA 0D, ... /
100 >2.1 °
50 1.8.2 ELISA N
1.4 SP2/0 N
(10:1)  PEG1450 . 1.5 ELISA 2 pg/mL
50 mL 1 mL ELISA o
37 C PEG1450 1.8.3 Western Blot
10 mL DMEM ; SDS — PAGE
20% HAT (50 V2 h) PVDF 5% 90 min.
96 (1:1000 )
o (37 C 1 h)
1.5 ELISA ( 1:1000)
PBST
. . HRP - IgG( 1: 5000 ) 0.5 h
8 BCA o
-20 C 2
2 pg/mL. ELISA 2.1 N N
. 1.2 mg/mL NM0O1 ~ SDS -
N PAGE 1 o
1.6
2
1.7
BALB/c 0.5 mL
. 10d M: Marker; NMO0O1: NM001
10° . M: protein Marker; NMOO1: The strain of Mycoplasma bovis NMOO1
. Protein A 1 NMO001  SDS - PAGE

( GE Healthcare 17 —5079 - 01)

o

Fig1 The identification of the strain of
Mycoplasma bovis NM001 by SDS - PAGE
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2.2 2C5 7G3
ELISA 1L.02x10°  4.09 x10° 2.06 x107°
\ mg/mL  7.82 x10 °mg/mL.
3 2.4.2 2C5 7G3
3 ELISA 2C5 7G3
2C5 7G3 . .
ELISA 6.4x10° 1.2 x10% . .
2 2 .
IgG1 N 3
Tab 3 Specific identification of monoclonal antibodies
2
Tab 2 Identification of antibody isotyping to 2C5 7G3
monoclonal antibodies NM001 + +
Ig - -
McAb L chain Ig subclass - -
205 A TGl _ _
7G3 by IgG1 _ _
2.3 2C5 7G3
2C5 7G3 2.4.3 2C5  7G3
Protein A ( GE Healthcare 17 - Western Blot Western Blot
5079 -01) 2 2C5  7G3
2C5 7G3 60 kD
2.1 mg/mL 3.2 mg/mL. o
M: Marker; 1: 2C5;2: 7G3
M: protein Marker; 1: Monoclonal antibody 2C5;
2: Monoclonal antibody 7G3 M. Marker: 1. 2C5 2. 763
2 13,205 763
Fig 2 Purification of 2C5 and 7G3 M: Protein Marker; 1: The interaction of Mycoplasma bovis
with 2C5; 2: The interaction of Mycoplasma bovis with 7G3;
2.4 265 763 3: The interaction of horse serum with mixture of 2C5 and 7G3
2.4.1 265 763 ELISA 3 265 7G3 Western Blot
Fig 3 The identification of Mycoplasma bovis with
ELISA 2C5 7G3

2CS and 7G3 by Western Blot
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