8. darbs. PCD-iekrāsošana

1. Izlasiet tekstu un apskatiet fotogrāfijas.

2. Izplānojiet un prezentējiet eksperimenta plānu PCD analizēšanai 

a) tabakas lapās,

b) miežu lapās
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Following the method of Katsuhara
ble-distilled water for 1 day, and tran

ematic cells of roots-tip in maize

et al. P the seeds of maize were soaked in dou-
sferred to the culture solution (4 mM KNOs, | mM

MgSO,, 1 mM CaCl,, 1 mg/L ferrous citrate, pH 5.5 ) after germination and cultured in

dark condition until the young root-tip developed into around 2 cm in length and then

again transferred into 0.01-20 mg/m]
tively.

L IPC solution for treatments for 1-7 days, respec-

2.3. Chromosome preparation and TUNEL in individual cells

The chromosome preparation and tl
Shunbin e al. (1999) with modificat;
in control and IPC-treated roots an

he in situ labeling followed the methods of Ning

(23]

ions The root tips were cut at 2 mm in length

immediately fixed in methanol : acetic acid (3:1)

solution for around 3 h, then the root caps were cut off and discarded. After fully

washing with dd-H,O, the tips were
2% cellulase for around 3 h., the sli

enzymolysis with the mixture of 2% pectinase and
e was then dried over flame. For in sifu labeling,

the Fluorescein-dUTP was substituted for Biotin-dUTP, and TdT enzyme (terminal de-
oxynucleotidyl transferase) for Klenow enzyme (TUNEL Detection Kit, purchased from

Boehringer Mannheim Co., In sifu Cell Death Detection Kit, Fluorescein). The reac-

tion was carried out under 37°C for
for 3x5 min, and then counterstaine

h. After labeling, the slides were washed in PBS
d with PI (propidium iodide), and observed under

fluorescence microscope (BX60, Japan).
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individual meristematic cells of maize roots detected by TUNEL assay (<3300).

(A) Control, round, red with PI, no FITC fluorescence.

(B) Treated for 2d, DNA breaks are marked with FITC (yellowish green in color). Ob-
vious nucleus condensation is not observed yet and nucleoli don’t disappear.

(F) Treated for 5d. Nuclear substances degrades, very concentrated FITC fluores-
cence granules appear.
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