
















































































































washed with 2 ml PBS, and the filtrate was stored at 4 C 

for 12-24 hr or used immediately. The filtrate was cen
trifuged at l 80g for l min to pellet intact cell and cell 

clumps at 4 C. The supernatant was poured into a clean 
tube ( 100x7.5mm) and centrifuged again at 180g for 

lOmin to pellet relatively purified nuclei. The nuclei 

pellet was resuspended in 200µ1 solution {prepared in 

15ml PBS + 15mg dithiothre1tol + 375µ1 Triton X-100 

(10%w/v) + 60µ1 PI (5mgtml)). The suspension was 

mixed and incubated at 37C for 15 mm. The prepared 

samples were analyzed on an EPICS 751-flow cytometer 
(Coulter, FL) with a Cicero acquisition module and 

Cyclops analysis software ( Cytomatio� CO) with the 

488 nm line (100 mw) ofan argon ion laser(Model 1-90, 

Coherent). The red fluorescence emitted by PI was col

lected through a 635 nm band pass filter. Chicken red 

blood cells, with nuclear DNA content of 2.6 pg, were 

used as an internal standard. Samples of 20,000 nuclei 

were analyzed and the data represented as histograms. 

Results: The amount of leaf sample and the method of 
preparing the nuclei were found to be critical. If the 

quantity was too small, the quantity of nuclei were not 

enough to proceed with the flow cytometric analyses. If 

the quantity was large, the extra nuclei were wasted. 

Intact nuclei are released much more efficiently by chop

ping than blending regardless of the time period (Table 

1). A period of more than 3 hours but less than 24 hours 

was sufficient to release the nuclei into PBS without loss 

of their integrity. 
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