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transfection on cell activity and migration in 
unrestricted space and through pores are larger 
than nucleus� The presence of various lamin A 
isoforms in NL is likely to lead to a reduction 
of migration ability due to the increase of the 
nuclear rigidity� The absence of effect of lamin 
A knockdown on migration may be explained 
that HT1080 cell line is supposed to have ini-
tially high migration ability and, possibly, more 
elastic NL and, consequently, it has originally 
reduced lamin A level� Therefore our next tar-
get is to estimate the level of lamin A isoforms 
by RT-PCR and WB and to conduct similar 
experiments by using other cell lines� 
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So far, mostly protein complexes have been 
found as important for this ordering� We have 
described novel structures containing phospha-
tidylinositol 4,5-bisphosphate (PIP2) which 

seem to contribute as well� Ultrastructural stud-
ies demonstrate the PIP2-positive structures 
propagating through the nucleolus into the nu-
cleoplasm where PIP2 is enriched in interchro-
matin granules, and also form previously unde-
scribed 70-100 nm roundish “nuclear lipid is-
lets” (NLI)� Electron microscopy (EM) is es-
sential for thorough characterization of the 
structure and molecular composition of this 
novel nuclear compartment� The usage of ap-
propriate method for EM sample preparation is 
a crucial step as lipidic structures are poten-
tially predisposed to extraction or transloca-
tions� Aims: To verify the results of ultrastruc-
tural localization of PIP2 obtained by several 
approaches including chemical fixation and 
cryoimmobilization followed by different im-
munolabeling techniques� Methods: We em-
ployed quick-freezing – freeze fracture replica 
labelling (QF-FRL), where the biological mate-
rial is fixed physically – by high-pressure freez-
ing, and subsequently mechanically – by coat-
ing with carbon/platinum layer� Due to it, QF-
FRL fixes also lipids and the samples are con-
sidered to be closer to the native state as com-
pared to other techniques� Results: We were able 
to immunolabel PIP2 present in membranes as 
well as PIP2 which is localized in non-mem-
branous compartments� NLI in the nucleoplasm 
were of the same size and shape as revealed by 
other techniques� Conclusions: The results dem-
onstrate that NLI are stable structures resistant 
to aldehyde fixation and extraction, which is 
possibly ensured by interactions of lipidic com-
ponents with proteins� 
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