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Table 1  Nucleotide sequences of PCR primers
Primer Primer sequences(5'—3")
virB2-F ATTGATGATGGTGGAGGGTC
virB2-R ATGGCACGGAACAAGGTGT
sacB-F GAGCTCGGGCTGGAAGAAGCAGACCGCTA

sacB-R GAGCTCGCTTATTGTTAACTGTTAATTGTCC
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Fig. 1 Recombinant plasmid pGEM-7zf-AvirB2-sacB PCR with

virB2 and sacB primers.
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Fig.2  Homologous recombinants first filter (A) and second filter (B).
2.3 PCREEMERHE virB2 EETRKIK

TE A e FF- i b Pk BCERL TR 9% 38 4 R V% PCR

Y AR F AR F o LAG| 4 virB2-R il virB2-F
P 144533 1000 bp (1454, Bl 28 M5-90AwirB2 . 15 |
MK 2y 1300 bp By 45747 J2& A fig 55 B0 JE PR g B 1 1
PR, anE 3,



AEHRAF AT I MS-90 B2 Mk virB2 i [R h 2% bk ) A0 A B MERE . /AR W2 4 (2010) 50 (12) 1679

3 M5-90 AvirB2 H % PCR £ F
Fig.3 Identification of M5-90AvirB2 by PCR. M: Marker. Line 1.2 .4 .5.6.7 is
AvirB2 ;Line 3 8 is M5 which come fromAvirB2. Line 9 is negative ; Line 10 is M5-90.
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Fig.4 M5-90AvirB2 Cultured 10 generation. M: Marker. Line 1 tol0 is AvirB2;Line

11 is negative;Line 12 is M5-90.
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Construction and identification of virB2 deletion mutants
of Brucella vaccine strain M5-90
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Abstract ;[ Objective ] To construct Brucella vaccine strain M5-90 AvirB2 mutants. [ Methods] Suicide plasmid pGEM-
7zf-AvirB2-sacB was constructed by traditional molecular biology technology. Through the method of homologous
recombination, we screened Brucella gene deletion mutant by 100 mg/L ampicillin resistance screening and 5% sugar
sensitivity screening after electroporation. The M5-90 AvirB2 mutant was identified by PCR. Its stability was detected by
continuous bacteria culture. [ Results] The »irB2 deletion mutant strain was successfully constructed. The reverse
mutation did not occur within 10 passages. [ Conclusion] The results of this study will be based on developing the new
attenuated vaccine of Brucella gene deletion mutants.
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