

















Downloaded from http://mcb.asm.org/ on September 18, 2019 by guest



4934 LINSKENS AND HUBERMAN

(A)

|

MoL. CELL. BioL.

9.1 18.2 kb

1pm

FIG. 6. Electron microscopy visualization of accumulated terminated replication forks. (A) Neutral-neutral 2D analysis of 0.3 pg of salt
wash DNA, digested with Bgll (left panel) or Miul (right panel) and then hybridized with probe MA (see Materials and Methods for exact
location); exposure time, 5 h. Arrows indicate the spots due to accumulation of the terminated-fork-containing restriction fragments.
Diagrams show the predicted structures of the fragments if termination is at 7.0 kb. (B) Electron microscope pictures of replication forks.
After digestion with either Bgll or Mlul, 2 pg of salt wash DNA was run on gels identical to those shown in panel A. The autoradiographs
shown in panel A were superimposed on the gels, and the corresponding spots were cut out of the gels. After electroelution from agarose the
DNA was prepared for electron microscopy visualization (see Materials and Methods). Left panels, Bgil-digested DNA; right panels,

Miul-digested DNA.

some regions (not just rDNA) must also replicate unidirec-
tionally in mammalian and, presumably, yeast cells.

Our results show that the yeast rDNA replication origin
colocalizes with an ARS element. It has recently been
demonstrated that a replication origin on yeast chromosome
III also colocalizes with an ARS element (17). These obser-

vations support the idea that yeast replication origins are
ARS elements, but many more origins must be mapped
before the extent of correlation between ARS elements and
origins can be accurately determined.

Our inability to detect nascent strands shorter than 650
bases near the rDNA origin and the presence of a specific
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nick in this region suggest that the initiation events at this
origin may be more complex than previously imagined. More
accurate mapping of the initiation site(s) in this region is now
under way.
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