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Sir,
Bertolini et al (2013) make a valid observation that in using

multiparametric flow cytometry techniques, the enumeration of a
potentially wide variety of cell types and derived microparticles is
possible, and that by including nucleic acid specific dyes, nuclear
(i.e., CECs) vs anuclear (i.e., mature platelets) cell types can also be
potentially identified.

For our study (Wong et al, 2012) we did initially use a DNA dye
(7AAD) to discriminate dead cells from live cells in EDTA blood
samples that were analysed for CECs and CEPs. Most of the cells
within the CD31þCD45� population were negative for 7AAD
staining, indicating that these cell were viable. However, we also
noted that the number of CD31þCD45� cells did not differ
significantly when analysed with or without the addition of 7AAD
and hence did not include this dye in our further analyses.

In retrospect, it is also interesting to note that if cells without
DNA content (either live/dead cells) were excluded in our initial
analysis, we would not have observed the data pertaining to large
immature platelets in this study, as we would have simply excluded
them from the analysis along with other non-relevant micro-
particles and DNA-free-containing cells. As shown in our study,
these large immature platelets are potential candidate biomarkers
of disease status in recurrent/micrometastatic prostate cancer
following surgery.

While our data does not support a role for enumeration of CECs
in this setting, this does not preclude their potential utility as
biomarkers in the more advanced disease setting as pointed out by

Bertolini et al (2013) in their references to the work of Ning et al
(2010) and Strijbos et al (2010).

Clearly, screening methodologies, which can permit enumera-
tion of multiple markers at the same time, offer the best means to
discover and then validate the relevance of biomarkers in clinically
relevant settings.
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