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Establishment of an indirect immunofluorescence assay for detection
of adherence of Mycoplasma hyorhinis to host cells
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FENG Zhi-xin® , LIU Mao-jun®*,SHAO Guo-qing®
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2. Institute of Veterinary Medicine , Jiangsu Academy of Agricultural Sciences /| Key Laboratory
of Veterinary Biological Engineering and Technology, Ministry of Agriculture / National Center for

Engineering Research of Veterinary Bio-products, Nanjing 210014, China)

ABSTRACT : In the present study, an indirect immunofluorescence assay (IFA) was established for the detection of Mhr
adherence to host cells. We used purified anti-Mhr IgG as the primary antibody and the fluorescein (FITC) isothiocyanated con-
jugate goat anti-rabbit IgG as the secondary antibody. Optimization of reaction conditions was carried out, including the concen-
tration of first antibody and second antibody, and then the minimum titer and the time of Mhr adhesion to cells. As a result,
the optimum working concentration of anti-Mhr IgG and FITC-labeled goat anti-rabbit IgG was determined to be 1 : 100 and
1:1 600, respectively. The minimum titer and time of Mhr adhesion to the PK15 cells was 1X10" CCU/mL and longer than
6 hours. The IFA established in this study provides the basic method, in particular, for the in vitro study of cellular mecha-
nisms of infections caused by Mhr. In conclusion, our study outlines the basis for disease diagnosis and the development of Mhr
vaccine,
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Fig. 1 Adherence of Mhr with different titers to PK15 cells
Titers adhesion to PK15 cells are shown.
A: 1X10°CCU/mL; B: 1X10* CCU/mL; C: 1X10"CCU/mL; D: 1X10° CCU/mL; E;: 1X10°CCU/mL;

F. Negative control.

2 Mhr 5 PK15 /£ A A [5 B 18] 33 R B 46 F B9 &2 i
Fig. 2 Adherence of Mhr to PK15 cells affected by reaction time
Results of Mhr adhesion to PK15 cells for 1 hour (A), 2 hours (B), 4 hours (C), 6 hours (D), 8 hours (E), and

10 hours (F) are shown. G: Negative control
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Fig. 3 Influence of different dilution of first antibody to fluorescent effect
Results of 1210 (A), 1: 100 (B), 1: 500 (C), and 1 : 1 000 (D) dilution of first antibody to fluorescent effect

are shown. E:. Negative control.

B4 —HIERENRELROZMN
Fig. 4 Influence of different dilution of second antibody to fluorescent effect
Results of 1: 100 (A), 1400 (B), 1: 800 (C), 1: 1600 (D), 13200 (E), and 1: 6 400 (F) dilution of

second antibody to fluorescent effect are shown. G: Negative control
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