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[ Abstract] Objective The purpose of this study was to analyze the immune responses induced by Brucella
melitensis( B. melitensis) outer membrane protein OMP25. Methods The omp25 gene from B. melitensis 16M was amplified
by PCR. The fragment was cloned into pET-32a vector plasmid. The constructed recombinant plasmid pET32a-OMP25 was
transformed to E. coli BL21 (DE3) and was induced to express the fusion protein. Then the protein was purified using a
Ni** column purification kit. Mice were immunized with rOMP25 and current vaccine Rev. 1, and IFN-y, IL-2 in
splenocytes and IgG antibody and anti-inflammatory factor 1L-10 levels in the serum were detected by ELISA. The
reactionogenicity was detected by Western Blot. Results (1) The full length of the omp25 gene was 642 bp, encoding 214
amino acids. rOMP25 was approximately 40.8 X 10’ as measured by SDS-PAGE. There was a single band after
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purification. (2) The i-test method showed that mice were immunized with rOMP25 and Rev. 1, the levels of TFN-y and

IL-2 in splenocytes, IgG antibody and IL-10 levels in serum in the rOMP25 group were similar to those in the Rev. 1 group,

and significantly greater than those in the control (P < 0.01). (3) rOMP25 had good reactivity as observed in the Westem

Blot. These result confirmed that rOMP25 could induce the body to produce high levels of cellular and humoral immunity,

with good reactivity. Conclusions This study provides technical support for further study of the function of OMP25 protein

for B. melitensis related vaccine development.
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Figure 1 PCR amplification of omp25 gene



658 of E SIS 2E R 2022 4E 9 A5 30 %45 5 ] Acta Lab Anim Sci Sin, September 2022, Vol. 30, No. 5

WA Y 40 JFORL pET OMP25-32a 17 BamH
1/Sal 1 WHFVIIG , Z I 45 55715, 5900 bp K 2571 &
pET-32a,642 bp M 2547 & omp25 (FE 2) , 5#kH
B H By i B i K/ (642 bp) — 2, B2 R
FeER S GenBank AT & [CTE 16M B #K 1) omp25
FERFEHIFPRYE S 100% , K & AT SEAS BC , 2 00 &
ZH TR pET OMP25-32a #HEEHf .

1 2 3 M

10 000 bp
7000 bp

4000 bp
2000 bp

1 000 bp

500 bp

250 bp

¥ :Lanes 1 ~2:pET OMP25-32a fiff U] 45 % ; Lane 3. pET OMP25-
32a Bk ; Lane M:DL10000 DNA Marker,

2 EHK pET OMP25-32a [ %5E
Note. Lanes 1 ~ 2. pET OMP25-32a digestion. Lane 3. pET
OMP25-32a plasmid. Lane M. DL10000 DNA Marker

Figure 2 Identification of pET OMP25-32a recombinant plasmid
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Figure 3 Expression and purification analysis of rOMP25
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Figure 4 Detection of [FN-y and IL-2 levels in splenocytes of the immunized mice by rOMP25 and Rev. 1
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Figure 5 Detection of IgG antibody levels in serum of
immunized mice by rOMP25 and Rev. 1
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Figure 6 Detection of anti-inflammatory factor IL-10 levels in

serum of immunized mice by rOMP25 and Rev. 1
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Figure 7 The immunoreactivity of rOMP25
was detected by Western Blot
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