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effect of BrdUrd on virus-specific transcription, which brings further support of
our previous interpretation.

Materials and Methods

Virus. The plaque-purified A2LP strain of Py virus was propagated in primary cultures of mouse
embryo (ME) cells as described earlier (Zemla and Tarabek, 1981).

Cells. Primary cultures of ME cells in 200 ml roller bottles were used (Tarabek er al., 1991).

Media. Basal Eagle's medium with 10 % of heat-inactivated calf serum (BEM-CS ) was used for
growth and maintenance of cells. BEM containing 20 mmol/] Tris. HCI, pH 7.5 (BEM-Tris) was
used for virus adsorption onto cells.

Southern blot hybridization analysis. We have used the type of Southern blot hybridization
analysis described by Feldman er al. (1979). There, the labelled virus-specific RNA is hybridized
tothe electrophoretically separated and blotted restriction fragments of viral DNA and the quanti-
tative assay resides in densitomerty of autoradiographs. We have modified this procedure by
usmg tritium instead of 32-phosphorus as a label and direct measurement of radioactivity of blots.

SH-RNA isolation. RNA was isolated from virus-infected cells w1th Nonidet P-40 according to
Favaloro er al. (1980) 42 hrs p. i. after 3 hrs of labelling (39-42 hrs) with ’H-uridine in concentration
of 100 KBg/ml of BEM-CS . If the cells were treated with BrdUrd (6.34 ug/ml), the analog was
added to the medium after the 3 hrs virus adsorptlon period and it remained there until the isola-
tion of RNA., The specific radioactivity of *H-RNA preparations amounted to 60 000-200 000
cpm/ug RNA. There was no substantial difference between specific radioactivities of RNA prepa-
rations from control and treated cells within one experiment. The preparations were routinely
checked by agarose gel electrophoresis for the presence of intact 28, 18 and 4-5 S cellular RNAs.
The preparations were stored ethanol precipitated at -20 °C.

DNA restriction fragments. Viral DNA was either isolated in the supercoiled form from virus-
infected cells by the selective procedure of Hirt (1967) and isopycnic CsCl density gradient centri-
fugation (Radloff er al., 1967) or it was cut out as linear molecule with BamHI ends from the
recombinant plasmid Py/pXf3, which was kindly supplied by Dr. M. Fried from ICRF in London.
Viral DNA was digested with Pstl, Hpall or EcoRI (2-5 units/ug DNA) restriction endonucleases
in optimal reaction buffers at 37 °C for 5 hrs (Maniatis et al., 1982).

Gel electrophoresis and blotting. Digested viral DNA was electrophoresed using 4 mm thick slabs
(150x200 mm) of 1.2 % agarose in horizontal of vertical setup with TAE running buffer. Ethidium
bromide (0.5 ug/ml) was present both in buffer and gel. Samples containing 1-4 ug of fragmented
DNA were applied per siot and each sample was present in duplicate. In this way one gel consisted
of two identical halves. Hindlll fragments of lambda DNA servedas  ~ marker. The electropho-
resis was run for 16~18 hrs at room temperature at 1 V/cm. Then the gei was treated in alkaline
solution, neutralized and blotted overnight to nitrocellulose membrane (Sartorius) in 20xSSC by
a standard procedure (Maniatis er al., 1982). Blots were finally dried freely in air and then baked at
80 °C for 4 hrs in vacuum.

Hybridization. Two identical DNA blots were hybridized at the same time with two dlfferent
RNA probes ongmatmg from BrdUrd treated and control cells. Identical amounts of *H-RNA
probes (100-200 ug) in the volume of 100 u! were added after denaturation to the hybridization
system. RNA probes were denatured immediately before use by heating at 65 °C for § min in 10
mmol/l Tris. HCI pH 7.5, 100 gmol/l EDTA and 50 % formamide and quenched in ice. For hybri-
dization two slightly different methods were used. (a) DNA blots in sealed plastic bags were prein-
cubated for 24 hrs at 45 °C in 4-5 ml of hybridization solution. The latter consisted of 1x Denhardt
solution, 50 % formamide, 2x SSC, calf thymus DNA 100 zg/ml and yeast RNA 50 ug/ml. After
change of hybridization solution and addition of RNA probe the hybridization proceeded at 45 °C
for 3-4 days. Blots were then washed several times in 3x SSC at 60 °C for 1 hr, digested with RNase
A (10 g/ml)in 2x 8SC for 2 hrs at room temperature and washed again as before (Feldman er al.,
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of infection (25-50 PFU/cell) apparently ensured just one cycle of virus replica-
tion; (b) the time of isolation of cytoplasmic RNA (42 hrs p. i.) corresponded to
the highest level of virus-specific RNA under normal conditions (Zemla and
Tardbek, 1981); (c) the chosen concentration of BrdUrd in medium (6.34
ug/ml) caused in previous experiments (Zemla and Tarabek, 1981) only a
partial reduction of total virus-specific RNA; it can be assumed that individual
classes of this RN A will also be partially reduced; (d) since a "normal” virus was
used as inoculum for cells and the analog was present in the medium only
during the post-adsorption period, the early phase of the virus growth cycle was
"normal”; the analog could influence just the late phase, when the viral DNA
replication started and the analog was incorporated into progeny DNA.

The hybridization profile of Psil fragments of viral DNA is shown in Fig. 1.
Two curves indicate control and BrdUrd-series and display three sharp peaks
corresponding to hybridization of Psil fragments A, B and C+D. BrdUrd
partially lowers these peaks in a similar manner.

The hybridization profile of Hpall fragments of viral DNA is shown in Fig. 2.
Five distinct peaks correspond to six fragments (A, B, C, D, E+F). Here the
inhibitory effect of BrdUrd is in general more pronounced than in the experi-
ment with PsiI fragments (Fig. 1). The hybridization profile of EcoRI plus
BamHI fragments of viral DNA is demonstrated in Fig. 3. Two faster peaks
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