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4. Notes

1.

This protocol works well for BMV and CCMV. In the case of BBMYV, especially
if the virus is extracted from broad bean leaves, the ascorbic acid should be added
to virus extraction buffer. The basic protocol can be scaled-down for virus
extraction from mg quantities of leaf tissue. In this case, the centrifugation steps
are accomplished using Eppendorf tubes and a microcentrifuge, and ultracen-
trifugation steps are omitted. The entire procedure should be done on ice or in
cold room (see also ref. 9).

Pellet should appear clear and glassy.

1 ODy¢ corresponds to 0.2 mg of the virus. The purity of virion RNA samples
can be estimated by measuring the ratio of UV absorbency at 260/280. A ratio
of 1.8-2.0 indicates that the RNA sample contains no, or only residual,
amounts of proteins.

The virus will preserve its biological activity for years when stored in storage
buffer at =70°C. To avoid thawing and refreezing of the samples, store the virus
in small aliquots. Virus yield: 0.5-5 mg/g infected leaf tissue.

The procedure gives good yields of viral RNA for three bromoviruses. The RNA
purification procedure should be done entirely on ice or in a cold room.
High-quality phenol saturated with 0.1M Tris buffer, pH 7.0 (e.g., from Gibco-
BRL) should be used for RNA isolation. High-quality water (double-distilled)
should be treated with DEPC overnight at 37°C, followed by autoclaving.
High-quality chloroform stabilized with isoamyl alcohol (mix 1 vol of isoamyl
alcohol with 24 vol of chloroform) is recommended for RNA isolation.

Store the RNA preparations in small aliquots of DEPC-treated water at —20 to
—80°C. The RNA preparation is stable for years. Avoid thawing and refreezing of
the samples. Yield: 0.03-0.1 mg/g infected leaf tissue.
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