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INTRODUCTION

Hepatitis C is the major causative agent of post trans-
fusion and sporadic non-A, non-B Hepatitis in the'world
(1). Although the commercial kits containing several
epitopes of the Hepatitis C virus are available for the
screening of HCV infection, they only reflect the im-
mune response and do not indicate active viremia. There
is a need for a reliable marker that differentiates ongoing
HCV infeciion with viremia from resolved or past in-
fections. To discriminate between these possibilities, a
direct test for the presence of HCV would be invaluable.
Due to the relatively small quantities of viral RNA found
in serum and liver tissues of infected individuals it can
not be detected by the conventional hybridization tech-
niques (2).

Recently, HCV RNA detection by PCR reaction has
been used to diagnose Hepatitis C in patients with non-
A, non-B Hepatitis (3). The aim of this study was to
detect the presence of HCV RNA in serum of patients
with chronic non-A, non-B Hepatitis in Cuba.

MATERIALS AND METHODS

The 18 samples used in this study were previously
tested using UBI HCV EIA and LIA TEK HCV, com-
mercial kits (supplied by Organon Teknika B.V., Oss,
The Netherlands). All patients were seropositive for both
anti-HCV assays (4). The primers were derived from the
highly conserved 5’-noncoding region (5), based on align-
ment of previously published HCV sequence (6). RNA
was prepared by the proteinase K-SDS method described
previously (3). For cDNA synthesis, the RNA and random
primers were denatured together at 95°C for 3 min and
incubated at 42°C for 1 h with avian Myeloblastosis virus
reverse transcriptase (Boehringer) as described by Sambrook
etal. (7).

The PCR reaction was performed in 100 pl. mixture
containing 5 pL of specific cDNA and 50 picomole of each
outer primer. The PCR reaction was carry out in 35 cycles
of 94°C for 1 min, 60°C for 1 min and 72°C for 1 min.,
followed by a 5 min final extension at 72°C. For the nested
amplification, 10 pl from the first reaction were added to
a similar PCR reaction mixture as the former, but with the

inner primers. PCR was carried out for 35 cycles as de-
scribed for the first amplifications but the annealing tem-
perature was 65°C.

Ten microlitres of nested PCR final reaction was ana-
lyzed by electrophoresis through 1.5% agarose gel and by
Southern blot using the internal probe labelled with 3P
(7). To avoid contamination the precautions recommended
by Kwok ef al.(8) were used.

RESULTS AND DISCUSSION

All the 18 patients were positive for HCV RNA. The
observed size of the RT-PCR products was around 230 bp
in the ethidium bromide-stained agarose gel and was
consistent with the expected length of 229 bp between
the two primers used for nested PCR. The specificity of
these products was confirmed by hybridization to radi-
olabelled internal oligonucleotide used as probe in the
Southern blot. No additional bands were seen in the
agarose gel or in the autoradiogram. The HCL RNA was
detected in all patients positive to antibodies anti-HCV
and previously diagnosed with a chronic hepatitis. It
was not detected in the healthy individual used as nega-
tive control who was also seronegative for anti-HCV
antibodies.

In our study, the HCV RNA was detected in all Cliban
patients, with chronic Hepatitis C, seropositive for anti-
HCYV assays and revealed that viremia was highly asso-
ciated with anti-HCV antibodies. The same good corre-
lation was reported by others (9, 10).

The detection of HCV RNA using the 5’UT region
primers in the 18 samples confirm the importance of
using primers from this region, which is the most well
conserved of the genome among all strains of HCV iso-
lated up to date (6). We conclude that our RT-PCR is
a highly sensitive assay for detection of HCV sequences
in serum. It could be useful as a confirmatory test for
the diagnosis of acute Hepatitis C infection and for iden-

tifying viremia in the chronic disease.
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The objective of this ongoing study is to test the ef-
ficacy of antibodies (IgG) purified from an SIV-infected
long-term surviving macaque (SIVIG) to affect the time
course of magnitude of primary viremia and disease out-
come in newly infected animals. Sixteen M. mulatta were
infected with a macaque grown stock of SIVsmEG660;
and 6 treated with SIVIG, 6 with normal Ig (NIG) and 4
controls left untreated. SIVIG and NIG were administered
24 hours and two weeks post infection (PI) at 170 mg/kg.
Animals are being monitored for infection by quantitative
virus culture, QC-PCR of plasma virus, and p27 an-
tigenemia, for immune responses, and for disease. Lev-
els of reconstituted IgG throughout the first 6 weeks PI
were equivalent to levels generated in control animals
at 8 weeks PI. Antigenemia (p27) peaked at weeks 2-3
in the infected controls and was not detected in the
SIVIG-treated group during primary viremia due to an-
tibody binding to the free virus. De novo anti-SIV an-

tibody production was delayed to week 12 in the SIVIG-
treated group, suggesting that the SIVIG obscured the virus
from the immune system.

Cumulative virus loads measured by RNA-PCR were
4 to 6-fold lower in the SIVIG-treated animals than in
the controls. Plasma viremia was an excellent predictor
of disease progression. Post-acute plasma viremia was
cleared for at least 20 weeks in most of the SIVIG-
treated animals, and there is no sign of disease in these
animals; no clearance was seen in the controls.

Resolution of primary viremia in the SIVIG group in
the absence of de novo antibodies suggests that clear-
ance is mediated by SIVIG alone or-in combination with
cell mediated immunity. The results of this experiment
should elucidate the role of humoral immunity in con-
trolling viremia and disease, as well as provide data for
the efficacy of passive immune globulin therapy.
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