
In vitro DNase I footprinting (Fig. S1)

  The protocol was similar to that described by Losa et al. (1). Briefly, the 210 bp

BglII-PstI fragment containing the hybrid tk promoter was isolated from the

pLHC4/TLN-6. The 5’ end of top strand of the fragment (BglII site) was labeled using

[γ-32P]ATP (6000 Ci/mmol; Amersham Pharmacia Biotech) and polynucleotide kinase.

The labeled fragment was incubated with about 2-fold excess of HeLa core histones,

which had been purified by the conventional method, in 10 mM Tris-HCl (pH 7.5),

1mM EDTA, 1.3 mM β-mercaptoethanol and 1.05 M NaCl. Reconstitution was

achieved by a 14 step dilution of NaCl from 1.05 to 0.11 M at room temperature, with

10 minutes incubation times at each step. Digestion of the reconstituted material with

DNase I was performed in parallel with the digestion of protein-free DNA control. The

nucleosome cores and the free DNA were adjusted to 5 mM MgCl2 and then incubated

with 4 or 0.4 units DNase I (TaKaRa) at 37°C for different times (between 1 and 6 min).

The reaction was stopped by addition of EDTA (final concentration; 10 mM). The

digestion products were extracted and analyzed. The Maxam-Gilbert method (2) was

used to obtain sequencing lanes.
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