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The presence of herpes simplex virus (HSV) latency-associated transcript (LAT) was investigated in sensory

ganglion neurons of mice after inoculation with thymidine kinase (TK) mutants of HSV. Ganglion serial
sections were examined in order to quantitate numbers of LAT-positive neurons. After inoculation with
TK-positive HSV, virus was isolated during latency from explants of most ganglia, and LAT was detected by
in situ hybridization in 96% of ganglia. After inoculation with HSV TK mutants, virus was isolated from 0%
of ganglia, but LAT was detected in 95 to 100% of ganglia. After inoculation of TK mutants of HSV, therefore,
although latent infection as indicated by the isolation of virus from ganglion explants was not detected, the
presence of LAT was common. These results suggest that the lack of reactivatable virus after inoculation of
HSV TK mutants may be related to a role for HSV TK expression in the reactivation process.

Herpes simplex virus (HSV) readily establishes a latent
infection of sensory ganglion neurons in humans (1, 6, 7, 9,
13) and in experimental animals (2, 13, 16, 19, 20). Since
neurons are nondividing cells and since HSV thymidine
kinase (TK) expression was found to be important for virus
replication in nondividing cells in culture (10), we investi-
gated sensory ganglion infection by TK-negative (TK-)
mutants of HSV. TK- mutants replicated well in vivo in
ocular tissues, but the incidence of latency was markedly
decreased, and we hypothesized that HSV TK expression
was important for the infection of neurons (21). This result
has been supported by several other investigators (4, 8, 11,
12). In studies of latent infection with TK- mutants, the
endpoint for the detection of latency has been the isolation of
virus from sensory ganglia during the period of latent infec-
tion, and inability to isolate virus would not differentiate
between defects in the establishment, maintenance, or reac-
tivation of TK- HSV. Since we recently reported results
which indicated that TK- HSV might be defective for
reactivation (22), in the present study we sought to further
investigate this possibility by the use of in situ hybridization
techniques.

In studies of HSV latency performed by in situ hybridiza-
tion with HSV DNA probes, cRNA was detected in neurons
from ganglia of latently infected humans (7) and experimen-
tal animals (20). More recently, the specificity of these
results had been enhanced in studies in which hybridization
was found to be limited to restriction fragments which
encode the viral ICP0 gene but due to hybridization of the
DNA strand opposite that of the ICP0 gene (5, 9, 14, 18, 26).
RNA detected has been termed latency-associated tran-
script(s) (LAT) (18, 26). In the present study, in situ hybrid-
ization techniques were used on ganglion serial sections to
investigate and quantitate LAT expression in sensory gan-
glia after infection with TK- HSV mutants. The goal was to
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determine whether LAT might be present in sensory ganglia
despite the relative inability of the virus to reactivate.

Viruses inoculated were TK+ KOS, TK- KOS, and the
TK-- Glasgow 17 strains of HSV type 1 (HSV-1) used
previously (21). Virus stocks were grown and titers were
determined by standard means. Footpad inoculation of virus
was performed in random-bred male and female CD-1 mice,
6 to 8 weeks old (Charles River Laboratories, Wilmington,
Mass.). For the inoculation procedure, mice were anesthe-
tized and approximately 50 [L of virus suspension (107
PFU/ml) was placed on each rear footpad. Multiple needle
punctures were then made into the footpad through the virus
drop. By this procedure more than 90% of mice were found
to be latently infected (23), and no mortality was noted
(unpublished observation). Mock inoculation was performed
similarly in some mice but with medium containing no virus.
During the period of HSV latency, 28 to 35 days post-
footpad inoculation, mice were sacrificed and the fourth
lumbar (L-4) and L-5 dorsal root ganglia (drg) were removed
bilaterally. In some mice, drg were explanted for 4 days, and
reactivated HSV was isolated as described previously (23).
Other drg were fixed in 3% paraformaldehyde, and serial
10-,um paraffin sections were collected on 3-aminopropyl-
thriethoxysilane-treated slides for in situ hybridization. The
EC subfragment of the Ba,nHI E fragment of HSV-1 (strain
Patton) (17) and multiple other restriction fragments (Fig. 1)
were obtained from D. J. Spector and R. W. Hyman, (The
Pennsylvania State University College of Medicine) and
used to probe latently infected tissues. HSV DNA fragments
(Fig. 1) were isolated from plasmid vectors, and 25- to 50-,ug
portions were nick translated (14°C) with [35S]dCTP (1,000
Ci/mmol; Amersham Corp., Arlington Heights, Ill.). Specific
activities of probes were 1 x 108 to 2 x 108 cpm, and 1 to 3
ng of DNA (approximately 105 cpm) was hybridized to
sections on each slide. Tissue preparation and hybridization
conditions were modified from procedures we used previ-
ously (19) and from procedures used by Fraser and co-
workers (5, 18). In brief, after tissue sections were deparaf-
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FIG. 1. Map of the HSV-1 genome and the EcoRl and BamHI
restriction fragments used in in situ hybridization studies. (A) The
HSV-1 genome in the prototypic orientation (15). Repeat regions are
cross-hatched. The long unique (UL) and short unique (Us) regions
are bounded by the long terminal repeat (TRL) and inverted long
repeat (IRL) and by the inverted short repeat (IRS) and short
terminal repeat (TRs). (B) The HSV-1 genome in the long segment
inverted orientation showing the BamHl B fragment. The blow-up
shows the BamHI E fragment encompassing the same repeat
sequences as in the B fragment. Subfragments of BamHI E showing
HpaI sites (H) and BamHI sites (B) are indicated, and sizes of
restriction fragments in kilobase pairs are indicated. Diagram is
adapted from the work of Spector et al. (17). Positive hybridization
of latently infected ganglia was detected with the EC fragment
(_). (C) Restriction fragments used in mixture in hybridization
studies which gave negative results when tested on latently infected
ganglia.

finized in xylene and rehydrated in graded ethanols, sections
were treated sequentially with 0.2 N HCl, proteinase K (5
,ug/ml in 10 mM Tris [pH 7.4], 2 M CaCI2), and 0.25% acetic
anhydride (in 0.1 M triethanolamine, pH 8.0). Before hybrid-
ization, DNA probes were denatured at 100°C for 10 min,
quenched on ice, and suspended in 2x sodium chloride-
sodium citrate-10 mM Tris (pH 7.4)-i mM EDTA-Denhardt
solution-10% dextran sulfate-45% formamide-100 mg of
mouse brain nucleic acid per ml-100 ,ug of Micrococcus
luteus DNA per ml. Hybridization was at 46°C for 72 h. After
extensive washing, slides were coated with NTB-3 emulsion
(Eastman Kodak Co., Rochester, N.Y.), exposed for 4 days
at 4°C, developed, and stained with hematoxylin.

In preliminary studies in which hybridization on serial
ganglion sections was evaluated, it was apparent that ap-

proximately 25% of hybridization-positive cells were seen on
two adjacent sections. Therefore, to eliminate double count-
ing of LAT-positive cells, after all hybridization-positive
cells in serial sections of a ganglion were counted, the total
was divided by 1.25 to arrive at a corrected figure and
eliminate duplicate counts. The absolute count, rather than a
corrected count, was used only for ganglia where few
hybridization-positive cells were present and where the
comparison of positive cells in serial sections eliminated the
possibility of duplicate counts.

After inoculation of TK+ KOS HSV, most mice were
found to be latently infected, as determined by the isolation
of infectious virus from explanted ganglia (Table 1). This
result was similar to results obtained after the corneal or
footpad inoculation of larger numbers of mice with TK+
HSV-1 (21-23). After footpad inoculation of TK- KOS and
TK- Glasgow virus, latent infections were not detected in
any drg, similar to previous results with these viruses after
corneal inoculation and testing of trigeminal ganglia (21, 22).

After TK+ HSV inoculation, neurons positive for hybrid-
ization with the BamHI EC fragment (Fig. 2A) were noted in
almost all ganglia (Table 1). EC hybridization was also
present in almost all ganglia from TK- Glasgow-inoculated
(Fig. 2B) and TK- KOS-inoculated (Fig. 2C) mice (Table 1).
As noted initially in early studies in which probe consisted of
purified viral DNA (20) and more recently in studies with
cloned restriction endonuclease fragments (5, 9, 15, 18, 26),
label was localized to the nuclei of neurons. Hybridization
was noted only with the EC subfragment of the BamHI E
fragment (Fig. 1), similar to results obtained by others with
the BamHI B fragment or subfragments of the B fragment (5,
9, 14, 19). Investigations of hybridization with the BamHI E
fragment have been limited (5, 14), and hybridization with E
subfragments has not been previously reported. Positive
results with the E fragment would be predicted since the
same repeat sequences are present in the BamHI B and E
fragments and since hybridization has been noted with B
subfragments limited to repeat sequences (5, 18). In discus-
sions below we consider EC fragment hybridization to
indicate the presence of LAT. Hybridization was not de-
tected when latently infected ganglia were probed with an
equimolar mixture of other fragments (0 of 22) (Fig. 1), and
hybridization was not noted when tissues from mock-in-
fected and healthy mice were probed with the EC fragment
(0 of 20) (data not shown).

Although numbers of LAT-positive neurons were some-
what lower after inoculation with TK- HSV, the presence of
LAT-positive neurons in ganglia from which HSV does not
usually reactivate suggests a possible role for HSV TK
expression in the reactivation process. It is of interest that
D. Coen (D. M. Coen, M. Kosz-Vnenchak, J. G. Jacobson,

TABLE 1. Number of LAT-positive drg neurons after footpad inoculation with TK+ and TK- HSV 1a-b

No. of drg positive/no. tested (%) for: LAT-positive neurons/positive ganglion
Virus

inoculated Isolation LAT No. positive % Positive,
of HSV (mean ± SD [range]) (range)"

KOS TK+ 10/12 (83) 22/23 (96) 23.4 + 20.2 (4-66) 0.7 (0.1-1.9)
KOS TK- 0/12 (0) 19/20 (95) 10.7 + 8.6 (2-22) 0.3 (0.1-0.9)
Glasgow TK- 0/12 (0) 7/7 (100) 5.9 + 2.9 (2-10) 0.2 (0.16-0.3)

Data from L-4 and L-5 drg have been pooled.
b Latently infected drg, 28 to 35 days after inoculation.
c Calculations are based on an estimate of 3,500 neurons per ganglion.
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FIG. 2. LAT detection by in situ hybridization. (A) LAT-positive neurons in drg 28 days after footpad inoculation with TK' KOS HSV;

inset, high magnification of LAT-positive neuron at arrow. (B) LAT-positive neurons in two drg 28 (top) and 35 (bottom) days after footpad
inoculation with TK- Glasgow HSV. (C) LAT-positive neurons in serial sections of drg 35 days after footpad inoculation with TK- KOS

HSV. One LAT-positive cell is seen in two adjacent sections (arrows).
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D. A. Leib, C. L. Bogard, P. A. Schaffer, K. L. Tyler, and
D. M. Knipe, Proc. Nati. Acad. Sci. USA, in press) have
independently also noted evidence of LAT by in situ hybrid-
ization after inoculation of mice with other TK- HSV
mutants, and J. Stevens has obtained similar results (per-
sonal communication).

After TK+ KOS virus inoculation, the presence of LAT
was detected in 96% of L-4 and L-5 drg. An average of 23.4
LAT-positive neurons was detected in drg positive for LAT,
and the range was 4 to 66. There are approximately 3,500
neurons in mouse L-4 and L-5 drg (unpublished results).
Therefore, approximately 0.7% of neurons were LAT posi-
tive (0.2 to 1.9%). After inoculation with TK- KOS virus,
95% of ganglia were LAT positive, and an average of 10.7
neurons per ganglion were positive (approximately 0.3% of
neurons). After inoculation with TK- Glasgow HSV, 100%
of ganglia were LAT positive, although the average number
of positive neurons was decreased to 5.9 per positive gan-
glion (approximately 0.2% of neurons).
The discrepancy between the low incidence of HSV

isolation from drg after footpad inoculation of TK- HSV and
the ready detection of LAT in such ganglia was striking.
Although numbers of LAT-expressing neurons were some-
what lower after inoculation with TK- HSV, proportions of
ganglia positive for LAT were similar. Rates of HSV reac-
tivation, however, were very different.

If the expression of LAT by neurons is equated with the
presence of latent HSV infection, the present results suggest
that the TK- viruses established latent infections but that
reactivation was generally defective. Less likely, it might be
speculated that LAT-positive neurons are not the neurons
from which HSV reactivates and that TK- viruses did not
establish latent infections. There is presently no basis for
this conclusion, and it is thought more likely that the present
results support a role for HSV TK expression in reactivation
from latency. Although defects in addition to that in TK
expression may exist for the TK- viruses studied, obtaining
similar results for these independently isolated mutants
supports a role for HSV TK expression. In a previous study,
data which suggest that HSV TK expression might be
important for reactivation of HSV from latency were re-
ported (22), and the present hybridization data support that
hypothesis.
The present report raises the issue of definitions of la-

tency, since LAT was present after TK- HSV inoculation,
although reactivatable virus was uncommon. In some ways
this result was similar to that obtained in studies of latency of
central nervous system tissues, since reactivation of latent
HSV from that tissue has generally been at low frequency (2,
24) or not detected (5, 25), despite the ready detection of
LAT (5). In addition, the reported limited reactivation of an
ICPO mutant of HSV which, however, can be rescued by
superinfection of ganglia (lla) also suggests reactivation-
defective latency. The relative or absolute inability of HSV
to reactivate from latency may rest on culture methods used,
and it remains possible that with other methods reactivation
would occur. At present, however, it appears that several
instances of reactivation-defective or incomplete latency
have been noted.
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