ORIGINAL ARTICLE
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Objective To assess the possible sexual transmission of virus and to identify the
prevalence of TTV viremia in Turkey and its association with other hepatotropic viruses.

Methods Serum samples were collected from 81 subjects (74 prostitutes and seven
homosexual men) at high risk of sexually transmitted infection and from 81 healthy
controls (74 females and seven males). Sera of patients and controls were tested for TTV,
hepatitis A virus, hepatitis B virus, hepatitis C virus, and human immunodeficiency
virus. Also, serum alanine and aspartate aminotransferases were measured.

Results The prevalence rates of TTV viremia in the risk group and control group were
86.4% and 82.7%, respectively. There was a statistical difference in mean age between
TTV-infected and uninfected subjects (38.6+9.9 versus 32.2+6.1years, respectively,
P <0.001). Prevalence rates of TTV infection in subjects with positive anti-HAV and
positive anti-HBc were high when compared with subjects who were negative for these.

Conclusion We suggest that TTV infection has a diverse route of transmission, and its
prevalence increases with age; also, the prevalence rate of TTV is high in certain risk
groups. The prevalence rates of TTV in the group at risk for sexual transmission (86.4%)
and in the control group (82.7%) were among the highest ever reported in the world. Also,
we suggest that TTV generally does not cause clinical disease, in spite of this high

prevalence.
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INTRODUCTION

Transfusion-transmitted virus (TTV) is a DNA
virus that was discovered in three of five patients
with cryptogenic post-transfusion hepatitis by
Nishizawa et al. [1]. TTV has a high buoyant
density (1.26g/cm’), single-stranded DNA that
consists of at least 3700 bases, and no outer envel-
ope [2]. These features of TTV resemble those of
the Parvoviridae, but TTV shows no sequence
homology with the Parvoviridae [3]. More recent
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studies have shown that TTV has a diameter of 30—
50nm, a circular, single-stranded DNA genome,
and a density in caesium chloride of 1.31-1.34 g/
cm® [3]. These findings suggest that TTV resembles
the Circoviridae, which infect plants and verte-
brates [3].

In the past, transmission of virus was believed to
occur primarily by transfusion as well as other
parenteral routes. In the course of time, other
transmission routes, such as sexual, maternal,
and fecal-oral, and other contact, have been
demonstrated [4-9].

The reported seroprevalence of TTV in different
countries and in different risk groups varies greatly.
Reports from developed countries, such as North
America, Scotland and Japan, have shown that
the prevalence in healthy populations is 1-2%,
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whereas the prevalence is about 83% in rural
populations of Asian, African and South American
developing countries [4,5,10,11]. Another reported
feature of TTV prevalence is its correlation with
increasing age [5,6,12]. In contrast, in some other
studies, no relationship was found between age
and TTV positivity in different study populations
[13-15].

The first aim of this study was to assess the effect
of possible sexual transmission of virus on the
prevalence of TTV among prostitutes and homo-
sexual men. Second, we aimed to identify the
prevalence of TTV viremia and its association with
other hepatotropic viruses in the central Anatolia
region of Turkey.

MATERIALS AND METHODS

Serum samples were collected from 81 subjects (74
prostitutes and seven homosexual men; mean age
38, range 24-65) at high risk of sexually trans-
mitted infection. Seventy-four females and seven
males (mean age 37, range 21-62) who requested
blood grouping at our hospital blood bank were
included as a control group. Serum samples were
stored at —70 °C until they were used. Homosexual
men of our study group consisted of male prosti-
tutes. During the enrollment of the control group
to the study, the subjects were asked how many
sexual partners they had had until that time. The
candidates for the control group were informed
about the study and asked not be truthful about
the number of their sexual partners. Those who
had had only one sexual partner were included in
the study. Also, a Veneral Disease Research
Laboratory (VDRL) test was performed and ques-
tions about genital symptoms were asked, to
exclude possibility of sexually transmitted disease
(STD). Neither the sexual transmission risk group
(STRG) nor the control group had a history of
intravenous drug use.

Sample preparation and detection of TTV DNA

Sera of patients and controls (60uL) were pre-
treated with pronase E and its buffer at 40 °C for
60min, and then nucleic acids were extracted by
the alkali-phenol and chloroform method.
Extracted nucleic acids were dissolved in 20 pL
of DNase- and RNase-free deionized distilled
water and then subjected to PCR as described
previously [16]. In brief, the thermal cycler was

programmed to preheat at 95°C for 10min to
denature sample DNA, and then samples (10 pL
of extracted DNA mixed with 2.0mm MgCl,,
30 pmol of each primer, sense and antisense, 2U
of Taq polymerase, 10 mm dNTP) were subjected to
45 cycles consisting of 94 °C for 20's, 60 °C for 20s,
and 72 °C for 30's in an MJ Research thermal cycler
(MJ Research Inc., Waltham, MA, USA). The
sequences of the TTV-specific primers from 5'-
UTR were T801 (5-GCb ACGTCACTAAC-
CACGTG-3, sense primer, nucleotides 6-25)
and T935 (5-CTb CGGTGT GTA AACTCACC-
3/, antisense primer, nucleotides 204-85; b=G, C
or T), as designed by Takahashi et al. [16]. Multiple
positive and negative controls were run in each
PCR assay. Positive controls, which had been
obtained and stored at —80°C in the previous
studies, were used. Also, the gene region used
for PCR cloned to PCR 2.1 plasmid for determina-
tion of sensitivity and it was used as a positive
control. The sensitivity of PCR was determined as
10-100 copy/mL in a PCR-TTV sensitivity test
performed with cloned TTV plasmid (PCR
2.1+ TTV Amplicon, Topo TA cloning kit, Invitro-
gen, Carlsbad, CA, USA). PCR products (199 bp in
length) were analyzed by 2% agarose gel electro-
phoresis after ethidium bromide staining, and
photographed under UV light.

Detection of other virologic markers

Each sample was tested for anti-HAV IgG by
ELISA (Bioelisa HAV, Biokit, Barcelona, Spain).
In addition, each sample was tested for HBsAg
(Murex HBsAg Version 3, Abbott/Murex,
Dartford, UK), anti-HBc IgG (Wellcozyme anti-
HBc, Abbott/Murex), anti-HCV (Innotest HCV
Ab 1V, Innogenetics, Gent, Belgium), and anti-
HIV 1/2 (Innotest HIV-1/HIV-2 Ab sp., Innoge-
netics, Belgium), by enzyme immunoassay.

Assays of aminotransferases

Serum alanine aminotransferase (ALT) and aspar-
tate aminotransferase (AST) were measured by
autoanalyzer (Hitachi 917, Roche Diagnostics,
Mannheim, Germany).

Statistical analysis

The Mann-Whitney U-test, Student’s t-test, the
chi-square test, Fisher’s Exact Test or the logistic
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Table 1 General features and viral
serologic results of groups

STRG Control group

n=_81 n=_81 P
Male/Female 7/74 7/74
Age (mean & SD years) 38.2+£98 37.0+9.7 >0.05°
Positive TTV DNA 70 (86.4%) 67 (82.7%) >0.05°
Positive anti-HAV 48 (59.3%) 45 (55.6%) >0.05°
Positive HbsAg 5 (6.2%) 4 (4.9%) >0.05°
Positive anti-HBc 53 (65.4%) 29 (35.8%) <0.001°
Positive anti-HCV 1(1.2%) 1(1.2%)
Positive anti-HIV 0 0

at-test; bChi-square test; “Fisher’s Exact Test. STRG, sexual transmission risk

Table 2 Comparison of TTV DNA-
positive and -negative study sub-
jects

group.
TTV DNA TTV DNA

Risk factors n Positive Negative P

Age (mean & SD, years) 137/25 38.6+£9.9 322+6.1 =0.002"
STRG 70/11  39.1+9.9 323+6.4 =0.031°
Control group 67/14 38.0+10.1 321+6.1 =0.038"

Positive/negative anti-HAV ~ 93/69  85/52 8/17 =0.005°
STRG 48/33  45/25 3/8 =0.0434
Control group 45/36  40/27 5/9 >0.05°

Positive/negative anti-HBc 82/80 76/61 6/19 =0.004¢
STRG 53/28  50/20 3/8 =0.007¢
Control group 29/52  26/41 3/11 >0.05¢

“Mann-Whitney U-test; bif—test, chi-square test; dFisher’s Exact Test. STRG,
sexual transmission risk group.

regression test were used to analyze the data
where appropriate. A P-value of less than 0.05
was considered significant.

RESULTS

TTV DNA was detected in 70 (86.4%) of 81 subjects
(prostitutes 64/74, homosexual men 6/7) (Table 1).
Of the 81 control subjects, 67 (82.7%) had positive
results for TTV DNA (females 62/74, males 5/7).
The difference in the prevalence rates of TTV
viremia between the STRG and control group
was not statistically significant (P> 0.05). There
was no statistical difference in age between these
two groups (STRG 38.2 £ 9.8 years; control group
37.0+9.7 years). However, there was a statistical
difference in age between TTV-infected and unin-
fected subjects (38.6 9.9 versus 32.24 6.1 years,
P=0.002, Table2). Logistic regression analysis
showed that TTV prevalence increases with
increasing age (r =0.1894, P < 0.05).

The prevalence rates of positive anti-HAV
results in both groups were similar (STRG, 48/
81 (59.3%); controls, 45/81 (55.6%); P >0.05;
Table1). The TTV prevalence rates in the STRG

and in all study subjects (STRG plus control group)
with positive anti-HAV were statistically higher
than in those with negative anti-HAV (P =0.043
and P=0.005, respectively; Table2). The preva-
lence rates of positive anti-HBc results in both
groups were statistically different (65.4% versus
35.8%; P <0.001; Table1). The TTV prevalence
rates in the STRG and in all study subjects with
positive anti-HBc were statistically higher than in
those with negative anti-HBc (P=0.007 and
P =0.004, respectively; Table 2).

A positive anti-HCV result was obtained in one
subject each from the STRG and control group.
However, HCV RNA assays in both cases were
negative with PCR. None of the subjects from the
STRG or control group had anti-HIV. Serum ALT
and AST levels were normal in all study subjects,
but not in one subject (ALT 54 U/L; AST 82U/L).
This 31-year-old-prostitute had positive TTV only.

DISCUSSION

When Nishizawa et al. first described TTV in
patients with cryptogenic post-transfusion hepa-
titis [1], it was believed that virus transmission was
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via transfusion. However, more recent studies
have shown that there are diverse routes of trans-
mission of TTV [4-9].

In our study, the prevalence rate of TTV in a
sexual transmission risk group was slightly higher
than in controls, but the difference was not statis-
tically significant (86.4% versus 82.7%). Our find-
ing was in agreement with those of MacDonald
et al. [12], who also found no statistical difference
between patients at risk for sexual transmission
(52 prostitutes, 81 homosexual men) and normal
controls, but their prevalence rates (13.4% and
9.8% versus 4.5%, P >0.05) were very low when
compared with ours. On the other hand, Huang
et al. reported that the prevalence rate of TTV in
prostitutes was significantly higher than in the
control group (32.9% versus 21.3%) [13]. In our
study, the prevalence rate of TTV in normal con-
trol subjects was one of the highest ever reported
(82.7%). Previous reports on prevalence from dif-
ferent countries indicate that the prevalence is
high in the developing countries [4,5,10,11]. In
another study, TTV seroepidemiology was
assessed in individuals, including healthy popula-
tions and different risk groups from ten different
geographic regions [17]. The prevalence rates
found in that study varied from 70% to 100%.
The probable reason for the very different results
obtained in prevalence studies performed in the
same geographic area with similar groups is the
type of primer used in the TTV PCR tests. Previous
techniques had low sensitivity and unstable reac-
tions. To overcome this problem, a more sensitive
and stable new primer combination was devel-
oped by Takahashi et al. [16]. Using their new PCR
system, they reported that the prevalence of TTV
in healthy individuals in Japan was 92% [16].

The prevalence rates of other hepatotropic
viruses, but not hepatitis B virus (HBV), were
similar in both groups. The prevalence rate of
HBV was significantly higher in the STRG. This
high prevalence showed the efficacy of the sexual
transmission route for HBV.

We found that the mean age of subjects who
were TTV positive was significantly higher than
that of subjects who were TTV negative, and that
TTV prevalence increased with advanced age. This
finding was in agreement with many reports
showing that the TTV prevalence rate was high
in older age groups [5,6,12]. In contrast, there are
reports showing no association between age and
TTV viremia [13-15]. The lack of relationship

between age and TTV positivity in these studies
may be explained by the low prevalence of TTV in
the populations studied.

Our results showed significantly higher preva-
lence rates of TTV infection in subjects positive for
anti-HAV and anti-HBc when compared to sub-
jects with negative anti-HAV and negative anti-
HBc (91.4% versus 75.4%, and 92.7% versus 76.3%,
respectively). This high prevalence of virus in
subjects with anti-HAV and anti-HBc suggests that
TTV may share common modes of transmission
with HAV and HBV. According to our results,
transmission of TTV via sexual contact was not
as efficient as transmission of HBV in our study
population. However, these findings suggest that
sexual transmission has at least a minor role in
TTV transmission.

The prevalence rate of hepatitis C virus (HCV)
in our study subjects was very low, and we were
not able to establish any association between TTV
and HCV infection. However, Kao et al. showed an
increased prevalence of TTV infection in patients
with chronic HCV infection [18]. Another report
from Japan also showed an increased frequency of
TTV viremia in patients with HCV infection [10].

All of the subjects, except for one prostitute, had
no biochemical evidence of liver disease. This
finding suggests that TTV, like the hepatitis G
virus, has no clear disease association. Similarly,
there are some reports showing TTV viremia to
have no relationship to liver disease or hepatocel-
lular carcinoma [4,10,19,20]. On the other hand,
Charlton et al. found an increased prevalence of
TTV in patients with liver disease, including cryp-
togenic cirrhosis and fulminant hepatic failure [4].
Christensen et al. investigated the pathogenic role
of TTV in patients with human immunodeficiency
virus. They found an association between high
TTV viremia and decreased survival, and sug-
gested that TTV may be an opportunistic pathogen
[21].

In one study, vertical transmission of TTV was
assessed and 19% of cord bloods were found to be
TTV infected [6]. TTV viremia in 68 children was
assessed in plasma samples collected in the 3rd
and 12th months after birth in a rural area of the
Democratic Republic of Congo [14]: 37 children
became TTV infected after 3 months of age, while
TTV viremia was detected in only two children in
the 3-month samples. These data suggest that an
environmental source of TTV infection, rather than
vertical transmission seems to be more likely.
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Okamoto et al. showed that TTV transmission via
the fecal-oral route is also possible [7]. They
detected TTV DNA in feces from three of five
patients with post-transfusion non-A-G hepatitis.

All of these data, as well as our own, indicate
that TTV infection has diverse routes of transmis-
sion, its prevalence increases with age, and the
prevalence rate of TTV is high in certain risk
groups such as patients with hepatitis A-E, pros-
titutes and homosexual men. Although the pre-
valence rates of TTV in developing or
underdeveloped countries are higher than in
developed countries, TTV viremia is widespread
in the world. The TTV prevalence rate in normal
controls was found to be very high (82.7%) in the
central Anatolia region of Turkey. There was no
obvious evidence of clinical disease in spite of this
high prevalence rate.

REFERENCES

1. Nishizawa T, Okamoto H, Konishi K, Yoshizawa H,
Miyakawa Y, Mayumi M. A novel DNA virus
(TTV) associated with elevated transaminase levels
in posttransfusion hepatitis of unknown etiology.
Biochem Biophys Res Commun 1997; 241: 92-7.

2. Okamoto H, Nishizawa T, Kato N et al. Molecular
cloning and characterization of a novel DNA virus
(TTV) associated with posttransfusion hepatitis of
unknown aetiology. Hepatol Res 1998; 10: 1-16.

3. Mushahwar IK, Erker JC, Muerhoff AS ef al.
Molecular and biophysical characterization of TT
virus: evidence for a new virus family infecting
humans. Proc Natl Acad Sci USA 1999; 96: 3177-82.

4. Charlton M, Adjel P, Poterucha ] et al. TT-virus
infection in North American blood donors, patients
with fulminant hepatic failure, and cryptogenic
cirrhosis. Hepatology 1998; 28: 839—42.

5. Simmonds P, Davidson F, Lycett C et al. Detection
of a novel DNA virus (TTV) in blood donors and
blood products. Lancet 1998; 352: 191-5.

6. Saback FL, Gomes SA, de Paula VS, da Silva RRS,
Lewis-Ximenez LL, Niel C. Age-specific prevalence
and transmission of TT virus. | Med Virol 1999; 59:
318-22.

7. Okamoto H, Akahane Y, Ukita M et al. Fecal
excretion of a nonenveloped DNA virus (TTV)
associated with posttransfusion non-A-G hepatitis.
J Med Virol 1998; 56: 128-32.

8. Schroter M, Polywka S, Zollner B, Laufs R, Feucht
HH. Detection of TT virus DNA and GB virus type

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

C/hepatitis G virus RNA in serum and breast milk:
determination of mother-to-child transmission. |
Clin Microbiol 2000; 38: 745-7.

. Inami T, Konomi N, Arakawa Y, Abe K. High

prevalence of TT virus DNA in human saliva and
semen. | Clin Microbiol 2000; 38: 2407-8.

Kanda T, Yokosuka O, Ikeuchi T et al. The role of TT
virus infection in acute viral hepatitis. Hepatology
1999; 29: 1905-8.

Prescott LE, Simmonds P. Global distribution of
transfusion-transmitted virus. N Engl | Med 1998;
339: 776-7.

MacDonald DM, Scott GR, Clutterbuck D, Sim-
monds P. Infrequent detection of TT virus infection
in intravenous drug users, prostitutes, and homo-
sexual men. | Infect Dis 1999; 179: 686-9.

Huang YH, Wu JC, Lin CC et al. Prevalence and risk
factor analysis of TTV infection in prostitutes. | Med
Virol 2000; 60: 393-5.

Davidson F, MacDonald D, Mokili JLK, Prescott LE,
Graham S, Simmonds P. Early acquisition of TT
virus (TTV) in an area endemic for TTV infection. |
Infect Dis 1999; 179: 1070-6.

Toniutto P, Fabris C, Falleti E ef al. Evidence against
a direct role played by transfusion-transmitted
virus infection in causing hepatic or hematologic
manifestations. Blood 1999; 93: 2426-7.

Takahashi K, Hoshino H, Ohta Y, Yoshida N,
Mishiro S. Very high prevalence of TT virus (TTV)
infection in general population of Japan revealed
by a new set of PCR primers. Hepatol Res 1998; 12:
233-9.

Abe K, Inami T, Asano K et al. TT virus infection is
widespread in the general populations from differ-
ent geographic regions. | Clin Microbiol 1999; 37:
2703-5.

Kao JH, Chen W, Hsiang SC, Chen PJ, Lai MY,
Chen DS. Prevalence and implication of TT virus
infection: minimal role in patients with non-A-E
hepatitis in Taiwan. ] Med Virol 1999; 59: 307-12.
Wang JT, Lee CZ, Kao JH, Sheu JC, Wang TH,
Chen DS. Incidence and clinical presentation of
posttransfusion TT virus infection in prospectively
followed transfusion recipients: emphasis on its
relevance to hepatitis. Transfusion 2000; 40: 596-601.
Yoshida H, Kato N, Shiratori Y et al. Poor associa-
tion of TT virus viremia with hepatocellular
carcinoma. Liver 2000; 20: 247-52.

Christensen JK, Eugen-Olsen ] Srensen M et al.
Prevalence and prognostic significance of infection
with TT virus in patients infected with human
immunodeficiency virus. | Infect Dis 2000; 181:
1796-9.

© 2002 Copyright by the European Society of Clinical Microbiology and Infectious Diseases, CMI, 8, 363-367



	Transfusion-transmitted virus prevalence in subjects at high risk of sexually transmitted infection in Turkey
	INTRODUCTION
	MATERIALS AND METHODS
	Sample preparation and detection of TTV DNA
	Detection of other virologic markers
	Assays of aminotransferases
	Statistical analysis

	RESULTS
	DISCUSSION
	REFERENCES


