General Protocol for MP analysis
MP protocols are complicated by the contribution of small particles (salt crystals, debris, etc) and as such several controls and precautions become much more important than they are for “regular” flow cytometry.

Ensure that all buffers used are filtered to remove small particles as much as possible. It is crucial to run “buffers alone” and “buffers + antibodies/annexin (without MPs)” to determine any contribution from reagents. Use of 100nm filters is recommended.
In particular, immune complexes/Ab aggregates can scatter light and appear in the range of MPs. It is therefore recommended to run a fully stained sample as well as a fully stained negative control including 0.05% Triton X-100. This will dissolve MPs while leaving immune complexes intact.

If you are performing an annexin V stain, it is also important to include an EDTA negative control which will release annexin from the MP surface. 
Sample Collection (plasma MPs)
Whole anti-coagulated blood should be collected using a large needle (21 gauge needle), sodium citrate as an anticoagulant, discarding the first 1mL of blood (human samples). Samples should be kept vertical and not shipped in a horizontal position, as this can dramatically increase the number of MPs (Lee RD et al, Thrombosis Research 2012, 129(1):80-85).

The first centrifugation step should also be performed as quickly as possible or the number and coagulant function of plasma MPs will be affected. There are many protocols regarding centrifugation times and speeds but the two most commonly accepted protocols are:

1) Two centrifugation steps at 2,500xg for 15 mins, collecting the supernatant each time, or
2) One 1,200xg centrifugation for 5 minutes with slow/no brake, collect and spin the supernatant at 13,000xg for 10 minutes. Analyze the supernatant.
The first protocol is more widely accepted. Samples can be frozen after collection at -80oC without significantly affecting MP coagulant activity and number. Thawing is best done in a 37oC waterbath.
Staining/Analysis
Following the manufacturer’s protocol, add the appropriate amount of fluorescently conjugated annexin V/antibody and stain for 15-20 mins at RT. In this period of time set up your instrument settings (FSC/SSC in log or biexponential/hlog scale, SSC threshold, PMT voltages adjusted appropriately). A MP gate should be defined through the use of fluorescent nanospheres (see “Links” section for some providers) and the machine should be run on “Low” speed to ensure that the sample core is as narrow as possible, reducing the chances of swarm detection problems (high co-incidence). You need to run dilutions of your sample and look at the peak channel FSC and SSC to ensure that dilution does not affect this value. If dilution reduces your peak SSC/FSC channels then you were observing “swarm detection”.
All negative controls (especially reagents alone or “no MPs” to and 0.05% Triton/MPs control to help account for immune complexes) should be run prior to acquiring the full stain tubes. If you have a label for all MPs (i.e. membrane stain, etc.) you can threshold on that fluorescence to remove all non-MP particle noise.

Notes and Modifications:

If you are generating MPs from cultured cells it is important that you provide a stimulus strong enough (and in a volume small enough) to generate a sufficiently concentrated MP sample. 
It is also crucial to select surface antigens to stain for that are sufficiently abundant and found on MPs (MPs are enriched in lipid raft-domain proteins in general).
