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SUMMARY

Leukemia-inhibitory factor (LIF) is a multifunctiah cytokine; which has pleiotropic
biological effects on a diverse array of cell typé&hile spontaneous and random
differentiation of ES cells can be easily triggelsdthe withdrawal of LIF from the medium.
We used at our experiment the mouse ES cell linEMREA with a normal karyotype; at 14th
passages. To induce differentiation; the ES ceflewashed with 1- PBS twice 12 h after the
culture and then cultured without LIF in Iscove’sdified Dulbecco's medium (Invitrogen)
supplemented; on a 0;1% gelation —coated plate columy positive cells were fixed 14 days
after the culture and stained for alkaline phospa(liver isozyme alkaline phosphatase).

Colony forming assay: was used for evaluate the incrase or decrasentngber of
morphologically distinct AP positive colonies. Thpontaneous differentiation was induced
by the withdrawal of LIF 12 h after plating ES eellAt 1 day after induction of
differentiation; ES cells reached approximately 76f/«confluence and still retained typical
undifferentiated morphology. Most cells at 7 dayspthyed unspecified irregular shapes and
a typical undifferentiated morphology was no longdrserved. Several morphologically
distinct populations of cells had appeared at % daéhe colony forming assay test was made
at 7; 14 and 21 days; observing a significant iaseeof positive alcalin-phosphatase colonies;
which demonstrates the embryonic stem cells diffi&on in comparison with the LIF
treated culture where we noted compact colonid®6%o positive alcalin-phosphatase.

Spontaneous and random differentiation of embrysteém cells can be easily triggered
in the absence of LIF from the medium and withaéder layer (MEF- mouse embryonic

fibroblast).
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