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(see Chapter 26). If the two genome components are encapsidated in particles
which differ in their sedimentation coefficient, then it is possible to obtain
preparations of virus particles enriched in either of the two RNAs by sedi-
mentation through 10–40% sucrose in 0.07M phosphate buffer, pH 7.0. Fur-
ther purification may be necessary, particularly if the RNA-2 component of
the virus in question is in the lower size range. The M component, containing
RNA-2, may be subjected to a second centrifugation through a sucrose gradi-
ent; RNA-1-containing B particles may be purified by isopycnic centrifuga-
tion in cesium chloride (19). RNA may then be extracted from pooled
fractions containing the appropriate component. The preparations of RNA-1
and RNA-2 thus obtained may then be further purified by a final electro-
phoretic separation through agarose or polyacrylamide gel. To obtain a sample
of RNA-1 without contaminating RNA-2, a preliminary particle separation
will almost certainly be necessary.

10. A mixture of pronase and SDS has been used by some in RNA isolation (Sub-
heading 3.2., step 1). However, if infectious RNA is required, the use of a pro-
teolytic enzyme is not recommended. There is a possibility that the 5'-terminal
VPg will be removed from the viral RNAs.

11. It is possible to use a prepared phenol:chloroform mix in Subheading 3.2., step
2. However, my experience is that a two-stage procedure as described gives bet-
ter results.

12. The addition of a small quantity of silicone grease (Subheading 3.2., step 4),
which collects at the interface between the organic and aqueous phases dur-
ing centrifugation, greatly facilitates the collection of the aqueous layer with-
out contamination.
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