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In their reply to my Letter to the Editor, O’Reilly and co-
workers have now concluded that FADD is in both the nucleus
and cytoplasm rather than in the cytoplasm alone. This is
diplomatic – two previous publications showed FADD to be
mainly nuclear – however, still of questionable veracity. First,
O’Reilly et al. argue that saponin-permeabilized cells permit
efficient nuclear staining, using p53 as an example. As I
stated/showed in my letter, some (probably not all) antibodies
for nuclear proteins fail to detect a nuclear signal in saponin-
permeabilized cells. Antibodies differ, and the counter-
example, p53, does not prove that the saponin method is
valid for FADD antibodies, which the data clearly suggest that
it is not. Secondly, they claim that their nuclear fractionation
method would have retained FADD in the nuclear fraction if it
was there, because PARP was retained efficiently. However,
PARP is tightly chromatin-associated and a much larger

protein than FADD, thus, not an appropriate control for
leakage of nuclear proteins during fractionation – a prohibitive
problem for this method in some cases. Finally, they
attempted to resolve the issue by immunogold-EM localization
of FADD. The images shown in their letter reveal roughly
equal numbers of gold particles in the nucleus and cytoplasm.
However, the numbers here are extremely small so it is
unclear what the ratio of particles will be once quantitation is
performed.
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