CHROMOSOME AND NUCLEI ISOLATION FROM NORWAY SPRUCE (Picea abies (L.)Karst.) ROOT TIPS.
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Abstract


	The procedure of chromosome and nuclei isolation consist of two fundamental steps: 1) accumulation of metaphase cells, 2) isolation of chromosomes or nuclei  from the cells. 


Accumulation of cells in metaphase implies the use of physical or chemical agent inhibiting mitotic spindle action. After chemical treatment chromosomes and nuclei can be released by mechanical disruption of plasma membranes in hypotonic buffer containing agent weaking the membrane and stabilizing the released chromosomes and nuclei. Root tips of Norway spruce (Picea abies (L.) Karst.) seedlings grown for 1 week on wet filter paper were used for chromosome and nuclei preparation. The root tips were then treated by 0.05% colchicine for 24 h at 25 (C (Überall et al. 1997) Roots were separated from plantlets, washed in distilled water, fixed for 15 min at 4 oC (3% formaldehyde, 10 mM Tris, 10 mM Na2EDTA, 100 mM NaCl, 0.1% Triton X-100) and washed 3 times 20 min in Tris buffer (10 mM Tris, 10 mM Na2EDTA, 100 mM NaCl) again at 4 oC. Excised root tips were placed in LB01 buffer (15 mM Tris, 2 mM Na2EDTA, 0.5 mM spermine, 80 mM KCl, 20 mM NaCl, 0.1% Triton X-100) and chromosomes and nuclei were released by homogenization with T8 Ultra Turrax dispergator. Obtained suspension was filtered through 48 (m nylon mesh and chromosomes and nuclei were separated by centrifugation in sucrose gradient (20 - 40 - 60%) at 57g for 15 min. The highest number of intact chromosomes was found in the 40% sucrose layer and nuclei was found in the 60% sucrose layer. The chromosomes and nuclei were washed in PRINS buffer (10 mM Tris, 50 mM KCl, 2mM MgCl2.6H2O), centrifuged (157 g, 15 min) and 40 (l of pellet was resuspended, stained with DAPI and observed by fluorescence microscopy.
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