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Modification for a detection method of canine blood cell surface IgG, IgM and complement
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Abstract: Different methods for the preparation of IgG-, IgM- and complement (C3)-positive canine
platelets were investigated. Flow cytometry of FITC-conjugated anti-dog IgG, anti-dog IgM and anti-dog C3
polyclonal antibodies was used to detect platelet surface-bound immunological components.

Platelets that were positive for IgM only were identified, but platelets positive for only either IgG or C3
were not found. Platelets positive for IgG, IgM and C3 (‘IgG/IgM/C3 positive platelets’) were prepared by
incubating endotoxin (LPS) with platelet rich plasma (PRP) for 30 minutes at room temperature.

We considered that IgG/IgM/C3 positive platelets could be used as a common positive control in IgG,
IgM and C3 detection assays. To be a common positive control, FITC-conjugated antibodies must bind
specifically to their targets on the IgG/IgM/C3 positive platelets. Preincubation of IgG/IgM/C3 positive
platelets with eight times excess of non-labeled anti-dog IgG, IgM or C3 antibodies specifically blocked
binding by FITC-conjugated anti-dog IgG, IgM or C3 antibodies.

These results suggest that IgG/IgM/C3 positive platelets could be utilized as a common positive control in
assays for the detection of platelet surface IgG, IgM and C3.
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Figure 1 Fluorescence histograms of IgM positive platelets. Black and white: Negative control. Grey: IgM positive control.
IgM positive platelets were prepared by storage of platelet rich plasma for 24 hours at 4 'C.
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Figure 2 Fluorescence histograms of IgG/IgM/C3 positive platelets. The positive platelets were prepared by adding
lipopolysaccharide to platelet rich plasma. Black and white: Negative control. Grey: 1gG/IgM/C3 positive platelets.
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Figure 3 Effect of IgG blockage on FITC conjugated antibody bindings to IgG/IgM/C3 positive platelets. FITC conjugated
antibodies to the positive platelets were blocked by eight times excess of non-labeled anti-lgG antibodies. Black
and white: Negative control. Grey: IgG/IgM/C3 positive platelets.
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Table 1 Effect of platelet surface IgG, IgM and C3 blockage
on FITC conjugated antibody binding.

FITC conjugated 1 5 100k [gMblock  C3 block
antibodies
anti dog IgG - + +
anti dog IgM + - +
anti dog C3 + + -

Platelet surface IgG, IgM and C3 were blocked by
pretreatment with eight times excess of same antibodies to the
FITC conjugated antibodies.

+: positive, —: negative binding of FITC conjugated
antibodies.
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