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4. EfB 41. CIfA+FnBPA-A 4. CIfA+FnBPA-D
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bi 5 7E BB EEARFR AT, 700 pg/ UL 5 5
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Figure 1.
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Expression of recombinant plasmid in 293T cells observed under fluorescent microscope. A:

pVAX1-GFP; B: pVAX1-FnBPA-A; C: pVAXL1-EfB; D: pVAX1-CIfA; E: pVAX1-FnBPA-D; F: pVAX-1; G:
pVAX1-FnBPA-A control; H: pVAX1-EfB control; I: pVAX1-CIfA control; J: pVAX1-FnBPA-D control.
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Serum antibody detection of immunized rabbit. A: Serum antibody changes; B: Serum antibody titers of
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Figure 3.

DB FLRR £ R4 AR (100x)
Bovine primary mammary epithelial cells that isolated and purified (100x). A: The oval shape

mammary epithelial cell; B: The irregular polygon mammary epithelial cell.
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2 DT M B s SR R e ' i B S I 2 2R
/R, CIFA Bl G sie 20 BTN IX 2 0 B i 8 R

IOTUH | f_

& 4.
Immunofluorescence identification of keratin 18 (200x). A: Fluorescent image of cells stained with
anti-cytokeratin 18 antibody; B: Cell images with normal microscope; C: Mergence of images of A and B.

Figure 4.
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Adhesion of bactenial strains

Group (GY309)
5. FMZEBIMGEMNS TERIAI SA Bk GY278 1 GY309 FhM 4 FLAR £ K BRI IR

Figure 5. Adhesion inhibition of polyclone antibody of rabbit immunized with single adhesin on the SA strains
GY278 and GY309 to bovine mammary epithelial cells. A: Adhesion inhibition of anti-serum from rabbit immunized
with single adhesins testing with SA strains GY278; B: Adhesion inhibition of anti-serum from rabbit immunized with
single adhesins testing with SA strains GY309. Fluorescent staining was observed under microscope (200x), ***
(P<0.001) and ** (P<0.01) indicate extremely significant difference, * (P<0.05) indicates significant difference, ns
and (P>0.05) indicate no difference, the bacteria plate counting results represents three independent experiments.
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Figure 6. Adhesion inhibition of polyclomal antibody of rabbit immunized with adhesins in combination on the
adhesion of SA strains GY278 and GY309 to bovine mammary epithelial cells. A: Adhesion inhibition of anti-serum
from rabbit immunized with adhesins in-combination testing with SA strains GY278; B: Adhesion inhibition of
anti-serum from rabbit immunized with adhesins in-combination testing with SA strains GY309. Fluorescent
staining was observed under microscope (200x), *** (P<0.001) and ** (P<0.01), indicate extremely significant
difference, * (P<0.05) indicates significant difference, ns and (P>0.05) indicate no difference, the bacteria plate
counting results represents three independent experiments.
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O] CIfA-1sdB-HIg 414 11 %% BALB/C B,
AR A S PR T AR EUR 5 F 40T SA
(AFIE ., Hall 2 CIA Shiblsh /N ELAT A
PR K SA SR IIFL 42
DAFERIFSE 60K A1 R 3K 1) FnBPA RIR T fg
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Adhesive inhibition comparison of Staphylococcus aureus to
bovine mammary epithelial cells by antibodies against 3
different adhesins

Pengrui Ma, Caidie Wang, Baojiang Zhang, Yan Su”
College of Veterinary Medicine, Xinjiang Agricultural University, Urumgi 830052, Xinjiang Uygur Autonomous Region, China

Abstract: [Objective] To compare the inhibition effects of antibodies against extracellular fibrinogen-binding
protein (EfB) and fibronection binding protein (FnBPA) to clumping factor A (CIfA) of Staphylococcus aureus (SA)
to bovine mammary epithelial cells (0MEC) by immunization method. [Methods] The antibodies were obtained by
immunizing rabbits with the recombinant plasmids Efb or FnBPA in-combination with CIfA. The antibodies
inhibition effects on adereing of 2 SA strains to bMEC were tested using plate counting method and observed by
fluorescent staining of SA and bMEC, respectively. [Results] Our results indicated that the antibodies had different
inhibition effects on adhesion of SA (GY278 and GY309). CIfA antibody showed the highest inhibition ability.
FnBPA-A showed greater inhibition enhancement to CIfA than FnBPA-D. [Conclusion] The in-combination
immunization of FnBPA-A, FNBPA-D and EfB with CIfA could affect the antibodies inhibition to various degrees
and this result provided experiment basis for the development of bovine mastitis vaccine.
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