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Examination of the properties of a monoclonal
anti-fibronectin antibody MO

Mariko Okada"”, Mina Fukuoka"”, Terutaka Sagawa" and Yasuo Hitsumoto®

Summary The properties of an anti-fibronectin monoclonal antibody MO which recognizes an
epitope on a subpopulation of human neutrophils were examined. The result of an ELISA examination
showed that MO specifically bound to immobilized fibronectin only at low temperature but not at 37°C.
MO was found to dissociate from the antigen by an incubation at 37°C. Flow cytometric analysis
revealed that the ratio of the MO-binding subpopulation of neutrophils increased by the stimulation
of whole blood with formyl-methyonyl-leucyl-phenylalanine. This result suggested that MO recog-
nized an epitope expressed on primed (or activated) neutrophils. In the presence of heparin or
citrate but not of EDTA, MO bound to platelets in addition to neutrophils. The present study
indicates that MO can be a useful tool for investigating the structure and function of fibronectin on the

surface of neutrophils and platelets in whole blood.
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Fig. 1

Effect of the incubation temperature on the binding of MO and HB91 to immobilized fibronectin. A) MO
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Incubation temperature

(0~

20 /2 g/mL) or HB91 (0~0.2 y« g/mL) was incubated with immobilized fibronectin at 4°C (solid lines) or 37°C (dotted
lines). B) MO or C) HB91 was first incubated with immobilized fibronectin at 4 °C or 37°C for 60 minutes (1* step)
and then further incubated at 4°C or 37°C for 60 minutes (2" step).
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Fig. 2 Flow cytometric analysis of the expression of MO-epitope on the surface of neutrophils stimulated with f-MLP.
Whole blood samples anticoagulated by EDTA were incubated with 10 nM f-MLP or with vehicle alone at 37°C
for 15 minutes, and immediately after the incubation, samples were cooled at 4°C and then analyzed the MO-binding
to neutrophils by flow cytometry. A) gate for neutrophils. B) neutrophils incubated with vehicle alone (solid line).
C) f-MLP-stimulated neutrophils (solid line). Isotype controls (dotted lines). M1: MO-positive fraction, M2: MO-
negative fraction. Results of one of typical experiments are shown.
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Fig. 3 Time kinetics of MO-expression on the surface of neutrophils stimulated with f-MLP. Whole blood samples antico

agulated by EDTA were incubated with 10 nM f-MLP ([Jsolid lines) or with vehicle alone (Odotted lines) at 37°C

for indicated time (0°60 minutes). Immediately after the incubation, samples were cooled at 4°C and then

analyzed the MO-binding to neutrophils by flow cytometry. A) ratio of MO-positive neutrophils. B) average fluores

cence intensity of MO-positive neutrophils. Data are expressed as the mean = SD of triplicate assay.
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Effect of f-MLP-concentration on the ratio of MO-positive neutrophils. Blood from a donor was divided into three

tubes and anticoagulated by either EDTA, heparin or citrate. These blood samples were incubated with various

concentrations of f-MLP (0~ 100 nM) at 37°C for 15 minutes and then analysed the MO-binding to neutrophils by

D: Citrate

FL1LOG

MO (FITC)

FL1LOG

MO (FITC)

EDTA heparin citrate
Fig. 4
flow cytometry. Results of one of typical experiments are shown.
A: Gate for platelets B: EDTA ©: Heparin
10%
FL1LOG
MO (FITC)
Fig. 5

Effect of anticoagulant on the MO-binding to platelets in whole blood. A) gate for platelets. Blood from a donor

was divided into three tubes and anticoagulated by either B) EDTA, C) heparin, or D) citrate, and MO-binding to
platelets in these blood samples was analyzed by flow cytometry (solid lines). Isotype control (dotted lines). M1:MO-

positive platelets. M2: MO-negative platelets. These results were obtained from the same assays in Fig.4 (at the

concentration of f-MLP: 0 nM) by gating for platelets.
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Fig. 6 Double staining of platelets by MO and TP80.
Blood from a donor was divided into two tubes
and anticoagulated by A) EDTA or B) heparin.
Immediately after the bleeding, these blood
samples were analyzed TP80- and MO-bindings
to platelets by flow cytometry. Left panels:

isotype controls.
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