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been found to localize at the
phagophore membrane, it would
also be interesting to study the
function of GTP-removed GFP-LC3 in
living cells. However, such
experiment will be very difficult to
achieve for the following reasons.
First, purified GTP-removed GFP-LC3
should be purified by the method
described by Mizushima et al. (2004,
Nature 427:810-813). Otherwise,
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GTP-removed GFP-LC3 may not be
localized at the phagophore
membrane and thus it is probably
not suitable to be used for its study.
Second, in order to observe the
localization of GTP-removed GFP-
LC3, it is required to manipulate the
GTP/GDP ratio of cells. However, the
method for the manipulation of the
GTP/GDP ratio of cells is still not well
developed (see G Nakielny et al.,
2007, Nat. 447:1098-103). Third, it is
possible that a part of cytosol
protein may be aggregated with GTP-
removed GFP-LC3. Thus, it is unlikely
to observe the function of GTP-
removed GFP-LC3 in cells. > 3\) The
in vitro binding and fusion assay and
the fluorescent microscopy images
do not link the authors' model to the
current knowledge of autophagy.
The requirement of actin
polymerization and its subcellular
localization and the presence of
actin-binding proteins (ABPs) in
autophagosome are already well
established
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