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1-3: Methods DEEED—ZFDEZRADEEL

Karyotype -analysis. Karyotype -analysis -was performed - by -Multicolor FISH -analysis-
(M-FISH). - Subconfluent - STAPS - cells - were - arrested -in - metaphase - by -colcemid.
(final - concentration -0.270 pg/ml) to -the culture medium-for-2.5 -h-at 37°C-in 5%
CO2. Cells were washed with PBS, treated with trypsin/ethylenediaminetetraacetic-
acid (EDTA), resuspended into-cell medium and centrifuged for 5 min-at 1200 rpm..
To the cell pellet -in-3 ml of PBS, 7 ml of a prewarmed hypotonic-0.0375 M- KC1-
solution - was - added. - Cells - were - incubated - for - 20 - min - at - 37°C. - Cells - were:
centrifuged -for 5 min - at - 1200 rpm and the pellet was resuspended in-3-5-ml of'
0.0375 M KC1 solution.  The - cells - were - fixed  with - methanol/acetic -acid - (3: 1;
vol/yol) by gently pipetting. Fixation was performed four times prior to spreading
the - cells - on - glass - slides.’For - the - FISH - procedure, - mouse - chromosome-specific-
painting probes were combinatorially labeled -using seven different fluorochromes
and ‘hybridized -as - previously -described - (Jentsch -et -al, 2003). For -each -cell line,
9-15 - metaphase - spreads - were - acquired - by - using - a - Leica - DM - RXA - RF8
epifluorescence - microscope - (Leica - Mikrosysteme - GmbH, - Bensheim, - Germany)-
equipped -with -a - Sensys - CCD camera - (Photometries, Tucson, AZ). Camera -and.
microscope -were controlled by -the Leica - Q-FISH software - (Leica Microsystems:
ing - solutions,  Cambridge, - United - Kingdom), - Metaphase - spreads - were:
processed -on -the basis -of the Leica MCK software -and presented -as multicolor

karyograms.+

Guo J et.al.; Multicolor Karyotype Analyses of Mouse Embryonic Stem Cells
In Vitro Cell Dev Biol Anim 41(8-9), 278-283 (2005)
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