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Discussion

It is evident from presented results that strain ANGpath reactivates in
the explanted trigeminal ganglion fragments in the presence of 5-AzaC only.
The spontaneous reactivation incidence was low in the explants from
both hnes of DBA/2 mice. When the ganglion explants from SCl16-in-
fected DBA/2 mice were cultured, there was no reactivation till day 10 in
culture as detected by virus release to medium fluid. Only 3 out of 10 ex-
plants contained HSV antigen-positive neurons (Table 1). On the other
hand, when inducer had been added to the medium, several explants released
virusg already by day 4 in culture. The effect of hy pomothv ating agents such
asy «)-»Azm(,, L-cthionine, and dimethylsulphoxide (DMSO) has been described
by Whitby et al. (1987) who found enhanced latency incidence in SC16-in-
fected outbred (Bristol/2) mice in the presence of 5-AzaC or L-ethionine and
earlier virus detection in culture in the presence of 5-Aza(’ and DMSO. The
inducer effect of methylation inhibitors occurs despite of the fact that the
latent HSV DNA was not found extensively methylated in vivo using
methylation-sensitive restriction endonucleases (Dressler et al., 1987). Prob-
ubly methylation is restricted to a few GC nuecleotides in the promoter
rogion of carly andjor immediate carly genes. This was demonstrated with
the thymuhno kinase gene promoter. The affinity of cellular transcription
factors Spl and CTF to their binding site, a 33 bp promoter segment up-
stroam from the TATA box, was 20 times reduced when a single CpG di-
nucleotide in that segment became methylated (Ben-Hattar and Jirieny,
1988). This may oxplain while on one hand, the Smal/Xmal and Sall/Saell
enzyme pairs failed to detect DNA meth‘\ldtlon. but, on the other hand,
hypomethylating drugﬂ display an inducer activity in HSV latency.

We suggest that at least 2 categories of latent genomes exist: those which
easily reactivate in culture and those which reactivate in the presence of
the onducer only. Most recently the abovementioned findings have found
further support in enhanced reactivation of Herpesvirus saimiri by 5-AzaC
(Mossmann et al., 1989). Some light has been shed on the possible role of
latency d%OCldt(bd transcripts (LAT) in regulation of latency. A mutant not
expressing LAT was found to reactivate with a considerable delay as com-
pamd to its parent strain expressing LAT (Steiner et al., 1989). Therefore,
it ig tempting to assume that dual regulation may be at ‘work also in HSV
latency: a down regulation by methylation and a positive regulation linked
to LAT. Kudelovi and Rajéani (1990) comparing the DNA/DNA hybrid-
ization results with those of virus reactivation in culture pointed at the
possible existence of spontancously nonreactivable HSV genome. This seems
in accord with tho older complementation experiments which rescued the
nonreactivable genome in culture (Brown et al. 1974; Lewis et al., 1984).
Rocently Tenser ut al. (1989) found that their thy midinkinase- nogd’mvo HSV
mutant could not booen reisolatod from the cultured g ganglion fragments, but
LAT could be detected. Further studies are necessary to determine whether
the spontaneously nonreactivating HSV genome is always inducible, or
whether truly noninducible genomes may also exist.
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