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CTION OF POORLY REAC

FIVABLE H5V-

and Research, Houston, TX, USA), ANGpath strain from
the Tnstitute of Virus Research, German Cancer Research
Center, Heidelberg, FR.G.and 5CT6 strain was kindly pro-
vided by D, T HlH‘ University of Bristol, Bristol, UK. The
domestic HSZP strain, originally isolated from a patient’s
lip, was passaged in rabbit lung cells and Vero cells, and
was adapted to chick embryo cells,

Animals. DBAS2 mice from the breed Velaz (Crech Re-
public) were kept under standard conditions. The virus dose
was inoculated intracutancously into the right hp. In acute
and latent infection the both trigeminal gang slin and the brain
stem at the entrance zone of the right trigeminal nerve root
were rernoved under sterile conditions on days 3-6 and 38-
41 poi, respectively, and cither cultured or used for DINA
extraction,

Fissue explantation was described previously (Rapéany et
al., 1990}, Briefly, the minced tissue fmmm nts were kept in
plastic Petrt dishes for 10 days in cubture. The RPMI medi-
um supplemented with 10% foetal calf serum, antibi cﬂ]m
and B pmol/l S-azacytidine as inducer (Whitby eral., 1987)
was changed fora fresh one on days 4 and 7 culure, "I“Bw
explanted tssue fragments were exarmined by day 10, and
the medium on days 4, 7 and 10 in culture,

Vieus detection was done in Vero cell monolayers grown
on 24-well microplates. Samples of media and of 10% sus-
penstons prepared from explants
tation (pooled fragments from cach sample were collected)

ere moculated into Vero cell cultures and the latter were
incubated for 3-5 days at 37°C i 4% CO, atmosphere.

DINA extraction from ganglionic samp yles was carried out
according to Sambrook ef al. (1989). Ganghonic tssue
(5 10 my) was digested for T hrat 37°C m 10 mmol/l
Tris-HCH pH 8.0 with 0.1 mol/l EDTA, 0.5% SDS and
20 pg/ml pancreatic RNase (DNase-free, Boehringer), and
then for 3 hrs at 50°C in the same buffer complemented
with 100 pg/ml proteinase K. The suspension was gently
mixed and extracted with phenol for 10 mins, The water
phase was repeatedly extracted twice as hefore, DINA was
ethanol-precipitated, washed, atr dried, and dissolved in
S0 pl of TE buffer (10 mmol/t Tris-HCL T mmol/l EDTA
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after termination of explan-

pH 801 The DNA yield ranged from 7 to 30 pg per gane
shon,

PCRA modification of the standard procedure usimg Tag
polymerase (Saiki ef al., T988) was employed. The down-
stream primer PHE(8WCCA AAA GAT GCA CAT GOG
GTEA, nt 53,023 « 53,043 of UL27 (McGeoch er al.,
1988}, and the reversed upstream primer P12 (S-AAG GTG
GTGATG GOGA CTC GTG-3', nt 83 544 - nt
UL27) were designed to flank the 522 bp fragment coding
Ii)mlmuymﬂwnicpm“ tion of glycoprotein B (gh) (the syn
locus), The primers were synt thetized using the Pharmacia
Crene Asse mhlfwr .‘u,(‘,,mullnx‘,lu the manufacturer’s procedure.
Usually 0.25 — 1.0 pg of ganglionic DNA or 100 pg ol pu-
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53 524 of

rified HSZP DNA (used as positive control) were ampli-
fied in 50 or 100 plreaction volume with 0.2 mmol/l dNTP
mixture (Perkin Elmer Cetus), 0.5 pmol/l primers and
2.5 U of Tag polymerase (Boehringer) in the correspond-
ing buffer. The reaction mixture was denatured for 7 mins
al ‘M C and cycled 35 times (2 mins at 96°C, 2 mins either
at 42°C (low stringent conditions) or 52°C (stringent condi-
tons) and 3 mins (prolonged by 3 secs at each cycle) at

"7‘”7"(‘“) The products of the PCR (first PCR) were used as
template for the second, nested PCR.
The nested PCR was performed with the downstrearm prim-

er HIN(S-AACAAA CCCCCCATCACA (:(xﬂ«ﬂ‘wm 53,067
3,087 of UL27) and the reversed primer 12N
(3-GGC CTT CTT COC CTT TCG CTA-3', nt 53,428 -
53,408 of UL27T), flanking a 362 bp nested fragment. The
nested PCR had 25 eyeles (96°C for 2 mins, 56°C for 1.5 min,
and 72°C for 2 H’lﬂ“‘;) or 35 cycles, when the PCR products
were not sufficiently distinct in the gel. PCR products were
viwufim by electrophoresis in 1.5% agarose gel contain-
ing 0.5 pe/pl ethidium bromide. DNA size markers VI
(15 ”@ : ZH bpy and VI (37 - 1114 bp) (Boehnnger)
were used. The positive and negative umtm} s were mclud-
ed in each amplification, as well as control with distiled
water instead of template. We followed the guidelines sug-
gested by Kwak anc ﬂ Higuchi (1989) to avord contamina-
tiomn,
Smal digestion. A 20 pl-aliquote of PO
ture was incubated with 2
at25°C .

"R reaction max-
) U of Smal (Boehringer) for 4 hrs

Results

Reactivation in culture of latent infection with HSZP,
ANGparh, KOS and SCIL6 strains

The pathogenic strains ANGpath and SC16 and the non-
pathogenic strains KOS and HSZP were used to establish
a fatent infection in the homolateral trigeminal gangha of
DBA/2 mice after inoculation into right hp. Non-pathogen-

Table I, Latent infeetion of trigeminal panglia and brain stem of
DBA/2 mice inoculated with HSV-1 strains ANGpath, 5C16, KOS
and H&ZP

Virus Inoculation Frequency of reactivated virus

strain dose RTG LTG

ANGpath 1 x 10°PFLU 23729 (T9%) 4729 (14%)

SCT6 [ x 10°PEY 14720 {70%) ND

KOS §x 10 PEU ] an7 (W 205 317 (17.65%)
HSZP 2x 100 PIU B/AW (21%%) 0728 (0.9

RTG - right trigeminal ganglion: LTG - left trigeminal ganghon:

NI = not done,


















