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Platelets were spread on a fibrinogen surface in the absence or presence of ADP or TRAP-6. Samples were prepared
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To unravel the molecular composition, in particular ZO-2, Figure 3. Super-resolution of . ‘
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of tight platelet-platelet contacts. contacts.
A) Platinum replica EM
demonstrating compacting

platelet-platelet contacts, in which
circumferential actin zones of
interacting platelets are merged
(arrows). Bar = 1 um. For better
visualization, pseudo coloring has
been applied on original PR-EM
images using Adobe Photoshop.
B) 3D dSTORM super-resolution
microscopy showing molecular
clusters of ZO-2 at inter-platelet
contact sites (arrows). Color code
| (yellow — blue) shows z-distance
around fibrinogen surface.
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METHOD

Using phosphoproteomics databases*®, ZO-2
phosphorylation in activated platelets was investigated.
Isolated platelets were allowed to fully spread on a
fibrinogen surface. Subsequently, samples were fixed
and stained to assess F-actin polymerization in relation
to ZO-2 and ESAM distribution using confocal and/or
super-resolution fluorescence microscopy. Platinum
replica electron microscopy (PR-EM) was applied for
ultrastructural visualization of the cytoskeleton at sites of
platelet-platelet interaction.

Figure 4. Modulation of ZO-2 clusters and inter-platelet contacts by cAMP elevation.

Platelets adhered to and spread on fibrinogen were left untreated or treated with iloprost (5 nM). The spread
platelets were prepared for confocal microscopy or platinum replica EM (PR-EM). A) Representative confocal
fluorescence images, red: anti-ZO-2 AF647 mAb, gray: phalloidin, (bar = 5 ym) and B) platinum replica EM
images (bar = 1 ym). For better visualization, pseudo coloring has been applied on original PR-EM images using
Adobe Photoshop.
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