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Prevalence of HBV Genotypes in Central and
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The importance of hepatitis B virus (HBV) geno-
types for disease progression and response
to interferon-alpha-based treatment is well esta-
blished. While almost all patients in the Medi-
terranean area are infectedwithHBV genotype D,
HBVgenotype A is dominant inNorthern Europe.
However, the distribution of HBV genotypes
is unknown for several Central and Eastern
European countries. Data are described of 1313
HBsAg-positive patients recruited at 14 referral
centers in eight countries. There were only
very few cases of HBV genotype B, C, E, F, and
H infection while HBV genotypes A and D were
found in 42% and 48% of patients, respectively.
Eight percent of patients had positive bands for
more than one genotype using the hybridization
assay. The frequency of genotype A was higher
in Poland (77%) and the Czech Republic (67%)
as compared to Hungary (47%), Lithuania (41%),
Croatia (8%), and Germany (32%). In contrast,
HBV genotype D was most frequent in Croatian,
Romanian, and Russian patients with 80%,
67%, and 93% of cases, respectively. In con-
clusion, HBV genotype A versus D showed
significantly different distribution patterns in
Central and Eastern Europe which deserves

consideration for national guidelines and
treatment decisions. J. Med. Virol. 80:1707–
1711, 2008. 2008 Wiley-Liss, Inc.
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INTRODUCTION

The hepatitis B virus (HBV) shows significant
sequence divergence. Subsequently, eight genotypes
have been described [Fung and Lok, 2004; Norder et al.,
2004]. The natural history of chronic hepatitis B differs
between HBV genotypes with progression of fibrosis
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[Sanchez-Tapias et al., 2002; Buti, 2003; Chu et al.,
2003; Kao and Chen, 2005] and the development
of hepatocellular carcinoma [Orito and Mizokami,
2003; Chen et al., 2006] can vary among genotypes. In
addition, response to interferon-alpha-based treatment
has been shown to be greater in patients infected with
HBVgenotypeA than in patients infectedwithgenotype
D [Erhardt et al., 2005; Wiegand et al., 2007]. This
finding has been confirmed recently in treatment trials
using pegylated interferons both for HBeAg-positive
[Janssen et al., 2005; Lau et al., 2005] and HBeAg-
negative patients [Bonino et al., 2007]. In contrast, the
response to treatment with nucleoside or nucleotide
analogues is rather independent from HBV genotypes
[Westland et al., 2003; Lurie et al., 2005; Wiegand
et al., 2007]. Subsequently, HBV genotype analysis
was recommended in the German Guidelines for the
management of patients with hepatitis B [Cornberg
et al., 2007].

The worldwide distribution of HBV genotypes shows
significant differences. While in Asia most patients are
infectedwith genotypes B or C [Liu et al., 2005], persons
living in theMediterranean Area carry mainly theHBV
genotype D. In contrast, genotype A is more frequent
in Northern Europe. Limited data on HBV genotype
distribution are available for most Central and Eastern
European countries. Previous studies from Poland and
from the Czech Republic have described a dominance of
HBV genotype A [Bielawski et al., 2004; Nemecek and
Strunecky, 2004; Zalewska et al., 2005; Slusarczyk
et al., 2006], while no data are available for countries
such as Romania or the Baltic states. However,
information on HBV genotypes has increasing impor-
tance considering that the migrational behavior of the
European population is changing with more states
becoming members of the European Union. In Western
and Northern European countries HBV infection is
mainly a disease of immigrants [Gjorup et al., 2003;
Hahne et al., 2004;Marschall et al., 2005]. For example,
30–54% of HBsAg-positive patients in Germany were
born either outside Europe, in countries belonging to
the former Soviet Union, in Eastern Europe, or in the
Mediterranean area [Erhardt et al., 2005; Niederau
et al., 2007]. Thus, the aim of this study was to
investigate the distribution of HBV genotypes in
HBsAg-positive persons recruited in eight Central and
Eastern European countries.

METHODS

Fourteen major national referral centers in eight
Central and Eastern European countries took part in
this study. A central data base was set up in Hannover
within the European Network on Viral Resistance
VIRGIL. Each site reported data on HBV genotypes
in an anonymous form. In addition, HBV viral load,
biochemistry, hematology and liver histology were
recorded, if available. Overall, 1313 patients were
included from Romania, Hungary, the Czech Republic,
Germany, Poland, Lithuania, Russia, and Croatia
(Table I). Selection of patients for this study was based
on the availability of data on HBV genotypes only. The
participating sites were asked to report all patients with
the available respective information. Three sites per-
formed prospectively HBV genotyping for this study
while 11 sites reported pre-existing data on file.Possible
selection bias includes HBV-DNA levels and the clinical
indication to determine the HBV genotype. Thus,
HBsAg carriers without quantifiable HBV-DNA could
not be included since it is not possible to determine the
HBV genotype in these patients. On the other hand,
patients who have been candidates for interferon
alpha-based treatment might have been over-repre-
sented in this cohort.

HBV genotypes were determined by the Inno-LIPA
hybridization assay in 79% of cases according to the
manufacture’s instruction (Inngenetics, Gent, Bel-
gium). The performance of this assay has been described
in detail before [Qutub et al., 2006]. In the remaining
21% of patients, HBV genotypes were determined by
HBV-DNA amplification and subsequent sequencing of
the HBV surface gene according to the established
protocols in the respective centers.

HBV-DNA was isolated from serum samples using
the QiaAmp blood kit (Qiagen, Hilden, Germany) and
subjected to PCR. The primers and reaction conditions
used for PCR amplification were chosen from the HBV
surface gene (HBs-gen) as described previously [Toan
et al., 2006]. PCR fragments were analyzed by direct
DNA sequencing on both strands using primers as
described previously [Song et al., 2003]. The sequences
obtained were matched with the National Centre for
Biotechnology Information GenBank and compared
with recently described HBV-prototypes (Accession
No. for: HBV-A Z72478; HBV-B D00329; HBV-C

J. Med. Virol. DOI 10.1002/jmv

TABLE I. Prevalence of HBV Genotypes in Central and Eastern Europe

Genotype
A

Genotype
B

Genotype
C

Genotype
D

Genotype
E

Genotype
F

Genotype
G

Genotype
H

Mixed
Genotypes

Overall, n¼1313 545 (42%) 11 (0.9%) 15 (1.2%) 628 (48%) 1 (0.1%) 3 (0.3%) 5 (0.4%) 105 (8%)
Romania, n¼ 245 15 (6%) 164 (67%) 66 (27%)
Hungary, n¼ 255 119 (47%) 3 (1.2%) 4 (1.6%) 110 (43%) 19 (7.4%)
Czech Republic, n¼ 209 140 (67%) 6 (2.9%) 4 (1.9%) 59 (28%)
Germany, n¼133 43 (32%) 2 (1.5%) 7 (5.3%) 78 (58%) 1 (0.8%) 1 (0.8%) 1 (0.8%)
Poland, n¼ 248 190 (77%) 47 (19%) 2 (0.8%) 5 (2.0%) 4 (1.6%)
Lithuania, n¼63 26 (41%) 34 (54%) 3 (4.8%)
Russia, n¼ 60 4 (6.7%) 56 (93%)
Croatia, n¼ 100 8 (8%) 80 (80%) 12 (12%)
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X01587; HBV-D V01460; HBV-E X75657; HBV-F
X75658; HBV-G AF160501).

RESULTS

Data on HBV genotypes are described for 1313
HBsAg-positive patients recruited in eight Central and
Eastern European Countries (Romania n¼245, Croatia
n¼ 100, Hungary n¼255, Czech Republic n¼209,
Germany n¼128, Poland n¼248, Lithuania n¼63,
Russia n¼60).

Overall, genotypeD and Awere detected in 628 (48%)
and 545 (42%) patients, respectively. While these
findings were expected, significant differences in HBV
genotype distribution between individual countries
were noted. While genotype A was dominant in Poland
(77% of cases) as reported previously [Bielawski et al.,
2004; Slusarczyk et al., 2006], also patients from the
Czech Republic were infected in 67% of cases with HBV
genotype A. In contrast, genotype D was detected more
frequently than genotype A in Russia (93%), Croatia
(80%), Romania (67%), Germany (59%), and Lithuania
(54%). Hungary showed an intermediate distribution
with an almost equal distribution of HBV genotypes A
and D (Table I).

As expected for a Central and Eastern European
population with a low frequency of immigrants from
Asia, Africa and Central and SouthAmerica, there were
only very few patients with HBV genotype B (0.9%),
C (1.2%), E (0.1%), F (0.3%), andH (0.4%) infection. The
26 patients with HBV genotype B or C were all reported
from Hungary, the Czech Republic, or Germany. For
11 patients it was confirmed that the respective
genotype B and C patients were indeed born in Asia.
For the other 15 patients the country of birth was not
reported.

Another interesting finding was that 105 patients
(8%) of this European hepatitis B cohort showed
evidence of mixed genotype infection. This was evident
particularly inRomanianpatientswhere in 27%of cases
the hybridization assay showed reactivity’s to more
than one genotype. In most cases (82%) bands specific
for genotype A and D were positive. However, 11 cases
also showed other patterns with A/D/F, D/E/G, D/F/G,
and D/G being the most frequent. It is not known
whether the patients were indeed infected with more
than one genotype or whether viruses with intergeno-
type recombinations were present as described pre-
viously [Simmonds and Midgley, 2005].

The clinical presentation of HBV genotype D and
genotype A infection was slightly different (Table II), as
expected from previous studies [Sanchez-Tapias et al.,
2002]. Genotype A patients were older than genotype D
patients (43 years vs. 38 years; P<0.001), Genotype A
patients were HBeAg positive (54% vs. 36%; P<0.001)
more frequently. This can be explained in part by the
fact that precoremutants do not occur in genotype A [Li
et al., 1993; Bonino et al., 2007].

DISCUSSION

This study on HBV genotype distribution in Eastern
Europe showed a clear geographical shift with HBV
genotype D being dominant in South-East Europe
(Romania and Croatia) and Russia in contrast to
genotype A being most frequent in the more ‘‘Western’’
countries Poland and the Czech Republic. About one-
third of German patients infected with HBV are of
Turkish origin although no information on the country
of birth was available for this study. A recent study
from Düsseldorf which is located in western Germany
with even higher proportions of immigrants from the
Mediterranean area has reported genotype D infection
in 40% of patients [Erhardt et al., 2005]. In contrast,
other central European countries such as Poland and
the Czech Republic are still quite uniform ethnically, for
example, the proportion of immigrants does not exceed
3–4% [Bielawski and Stalke, 2005].

These data indicate that the emerging epidemiology of
HBV infection in Central and Eastern Europe is not due
to immigration of HBsAg-positive persons from high
endemic Asian countries. HBV genotypes E and F were
found in four patients only (two German and two Polish
persons) which is rather low compared to other previous
reports from western and southernEuropean countries.
Previous reports on genotypes E and F infection in
Europe came mainly from France, Spain, and Italy,
which reported higher prevalence of genotypes E and F
than it was observed in this study [Sanchez-Tapias
et al., 2002; Ganne-Carrie et al., 2006; Medici et al.,
2006].

Another interesting finding was the rather high
frequency of mixed genotypes in South-EasternEurope.
The A/D pattern was evident in particular in Romania.
It is tempting to speculate that gypsies traveling in
Eastern and Central Europe during the last centuries
may have been exposed to different viruses and thereby
have carrieddiverse viruses toRomania.Unfortunately,
in this study it was not possible to investigate these
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TABLE II. Clinical Presentation of HBV Genotype A and Genotype D Infection

Genotype A Genotype D P-value

HBeAg negative (%), n¼580 46% 64% <0.001
HBV-DNA (median log 10 IU/ml), n¼ 762 8.4 7.4 0.07
ALT (mean�SD IU/ml), n¼345 111� 124 75� 95 <0.001
AST (mean�SD IU/ml), n¼ 271 89� 90 58� 80 0.003
Platelets (mean�SD 10 /ml), n¼ 188 186� 77 207� 53 0.07
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patients in more detail as no serum was stored to
perform cloning and sequencing experiments. More
detailed data on the clinical course of patients with
mixed infection was also not available. Direct sequenc-
ing and the Inno-LIPA hybridization assay have dif-
ferent sensitivities and thus do detect mixed genotypes
in a different percentage. It well maybe that mixed
genotypes were underreported by centers using direct
sequencing. However, the hybridization assays were
used by most sites and 79% of patients were tested with
this method. Future studies are needed to address the
role ofmixedgenotype infection inRomanian patients in
greater detail.

The percentage of genotype A in HBeAg negative
patients was surprisingly high in our cohort. It is
likely that many of the HBeAg-negative patients
were HBeAg-positive patients who had already experi-
enced spontaneous HBe-seroconversion without having
selected the precore stop-codon variant. A trend
toward higher HBV-DNA was documented for patients
with HBV genotype A presumably due to more HBeAg
positive patients in this group. Biochemical activity
as determined byALT and AST levelswere significantly
higher in genotype A. However, data on liver histo-
logy were only available for a minority of patients
precluding further meaningful statistical analysis.

This study has several limitations. First, a selection
bias cannot be excluded for all centers as HBV genotyp-
ing may have been performed preferentially in patients
considered for interferon therapy. However, in most
centers a randomly selected group of patients was
selected for HBV genotyping and thus the reported
prevalence of the respective genotypes should be
representative. Another bias could be that genotyping
was not possible in patients with HBV-DNA which
could not be quantified and that the prevalence of
HBV genotypes could have been different in low viremic
HBeAg-negative patients, the so called HBsAg carriers.
The high proportion of genotype A in patients without
HBeAg suggests that a significant number of patients
were low viremic carriers. Moreover, clinical data were
available only for a subgroup of patients as participating
sites were frequently diagnostic laboratories without
full access to clinical information. For example, the
exact number of co-infections with HCV cannot be
given for all centers but it was below 10% in centers
having this information. Also other clinical information
was not complete and no monitoring of data was
possible. Therefore, no further statistical analysis was
undertaken.

In summary, this first comprehensive analysis of
HBV genotype distribution in more than 1300 HBsAg-
positive patients in Central and Eastern Europe showed
significant differences in the frequency of genotype A
versusDbetweencountrieswhile all othergenotypeswere
rare. Furthermore, a significant proportion of European
patients may carry mixed genotype infections or recombi-
nant viruses. The surprisingly high prevalence of HBV
genotype A in some countries needs to be considered for
national guidelines and treatment decisions.
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VFN, Prague, Czech Republic).

REFERENCES

Bielawski KP, Stalke P. 2005. Molecular epidemiology of chronic
hepatitis B virus infection in northern Poland. J ClinVirol 34:S63–
S69.

Bielawski KP, Dybikowska A, Lisowska-Charmuszko U, Stalke P,
Gregorowicz K, Trocha H, Podhajska A. 2004. Distribution of HBV
genotypes and mutants among hepatitis B infected patients from
northern Poland. Int J Mol Med 14:301–304.

Bonino F, Marcellin P, Lau GK, Hadziyannis S, Jin R, Piratvisuth T,
Germanidis G, Yurdaydin C, Diago M, Gurel S, Lai MY, Brunetto
MR, Farci P, Popescu M, McCloud P. 2007. Predicting response to
peginterferon alpha-2a, lamivudine and the two combined for
HBeAg-negative chronic hepatitis B. Gut 56:699–705.

Buti M. 2003. Hepatitis B virus genotypes. Gastroenterol Hepatol 26:
260–262.

Chen CJ, Yang HI, Su J, JenCL, You SL, Lu SN,HuangGT, Iloeje UH.
2006. Risk of hepatocellular carcinoma across a biological gradient
of serum hepatitis B virus DNA level. JAMA 295:65–73.

Chu CJ, Keeffe EB, Han SH, Perrillo RP, Min AD, Soldevila-Pico C,
Carey W, Brown RS Jr, Luketic VA, Terrault N, Lok AS. 2003.
Hepatitis B virus genotypes in the United States: Results of a
nationwide study. Gastroenterology 125:444–451.

CornbergM,Protzer U, DollingerMM,Petersen J, WedemeyerH, Berg
T, JilgW,ErhardtA,WirthS,SchirmacherP,FleigWE,MannsMP.
2007. Prophylaxis, diagnosis and therapy of hepatitis-B-virus-
(HBV-)infection: Upgrade of the guideline, AWMF-Register 021/
011. Z Gastroenterol 45:525–574.

Erhardt A, Blondin D, Hauck K, Sagir A, Kohnle T, Heintges T,
Haussinger D. 2005. Response to interferon alfa is hepatitis B virus
genotype dependent: Genotype A is more sensitive to interferon
than genotype D. Gut 54:1009–1013.

FungSK,LokAS. 2004.HepatitisB virus genotypes:Do they play a role
in the outcome of HBV infection? Hepatology 40:790–792.

Ganne-CarrieN,Williams V,Kaddouri H, Trinchet JC,Dziri-Mendil S,
Alloui C, Hawajri NA, Deny P, Beaugrand M, Gordien E. 2006.
Significance of hepatitis B virus genotypes A to E in a cohort of
patientswith chronic hepatitisB in theSeineSaintDenisDistrict of
Paris (France). J Med Virol 78:335–340.

Gjorup IE, Smith E,BorgwardtL, SkinhojP. 2003. Twenty-year survey
of the epidemiology of hepatitis B in Denmark: Effect of immigra-
tion. Scand J Infect Dis 35:260–264.

Hahne S, Ramsay M, Balogun K, Edmunds WJ, Mortimer P. 2004.
Incidence and routesof transmission of hepatitisB virus inEngland
and Wales, 1995–2000: Implications for immunisation policy.
J Clin Virol 29:211–220.

Janssen HL, van Zonneveld M, Senturk H, Zeuzem S, Akarca US,
Cakaloglu Y, Simon C, So TM, Gerken G, de Man RA, Niesters HG,
Zondervan P, Hansen B, Schalm SW. 2005. Pegylated interferon
alfa-2b alone or in combinationwith lamivudine forHBeAg-positive
chronic hepatitis B: A randomised trial. Lancet 365:123–129.

J. Med. Virol. DOI 10.1002/jmv

1710 Deterding et al.



Kao JH, ChenDS. 2005.HBVgenotypes and outcome ofHBV infection.
Hepatology 41:216.

Lau GK, Piratvisuth T, Luo KX, Marcellin P, Thongsawat S, Cooksley
G, Gane E, Fried MW, Chow WC, Paik SW, Chang WY, Berg T,
Flisiak R, McCloud P, Pluck N. 2005. Peginterferon Alfa-2a,
lamivudine, and the combination for HBeAg-positive chronic
hepatitis B. N Engl J Med 352:2682–2695.

Li JS, TongSP,WenYM,Vitvitski L, ZhangQ,Trepo C. 1993.Hepatitis
B virus genotype A rarely circulates as an HBe-minus mutant:
Possible contribution of a single nucleotide in the precore region.
J Virol 67:5402–5410.

LiuCJ,KaoJH,ChenDS. 2005.Therapeutic implications of hepatitis B
virus genotypes. Liver Int 25:1097–1107.

LurieY,MannsMP,GishRG,ChangTT,YurdaydinC,LaiCL,Shouval
D, Brown RS, Apelian D, Fernandes L, Klesczewski K, Cross A,
Wilber R. 2005. The efficacy of entecavir is similar regardless of
disease-related baseline subgroups in treatment of nucleoside-
naive, HBeAg(þ) and HBeAg(�) patients with chronic hepatitis B.
J Hepatol 42:184.

Marschall T,KramerA,Prufer-KramerL,MikolajczykR,Kretzschmar
M. 2005. Does migration from high and intermediate endemic
regions increase the prevalence of hepatitis B infection in
Germany? Dtsch Med Wochenschr 130:2753–2758.

Medici MC, Aloisi A, Martinelli M, Abelli LA, Casula F, Valcavi P,
Dettori G, Chezzi C. 2006. HBV genotypes and antiviral-resistant
variants inHBV infected subjects in Northern Italy. New Microbiol
29:63–67.

Nemecek V, Strunecky O. 2004. Hepatitis B virus (HBV) genotypes in
the Czech Republic. Epidemiol Mikrobiol Imunol 53:55–61.

Niederau C, Fischer C, Kautz A. 2007. Socio-economical aspects,
quality of life and state of knowledge in hepatitis B patients. Socio-
economical aspects in hepatitis B. Z Gastroenterol 45:355–368.

Norder H, Courouce AM, Coursaget P, Echevarria JM, Lee SD,
Mushahwar IK, Robertson BH, Locarnini S, Magnius LO. 2004.
Genetic diversity of hepatitis B virus strains derived worldwide:
Genotypes, subgenotypes, and HBsAg subtypes. Intervirology 47:
289–309.

Orito E, Mizokami M. 2003. Hepatitis B virus genotypes
and hepatocellular carcinoma in Japan. Intervirology 46:408–
412.

Qutub MO, Germer JJ, Rebers SP, Mandrekar JN, Beld MG, Yao JD.
2006. Simplified PCR protocols for INNO-LiPA HBV Genotyping
and INNO-LiPA HBV PreCore assays. J Clin Virol 37:218–221.

Sanchez-Tapias JM, Costa J, Mas A, Bruguera M, Rodes J. 2002.
Influence of hepatitis B virus genotype on the long-term outcome of
chronic hepatitis B in western patients. Gastroenterology 123:
1848–1856.

Simmonds P, Midgley S. 2005. Recombination in the genesis
and evolution of hepatitis B virus genotypes. J Virol 79:15467–
15476.

Slusarczyk J, Bialkowska J, Bucholc B, Wiatrzyk A, Gorska P,
Jablkowski M. 2006. HBV genotypes among patients with chronic
hepatitis B in the area of central Poland. Przegl Epidemiol 60:555–
561.

Song lH,BinhVQ,DuyDN, Juliger S,Bock TC, LutyAJ,KremsnerPG,
Kun JF. 2003. Mannose-binding lectin gene polymorphisms and
hepatitis B virus infection in Vietnamese patients. Mutat Res 522:
119–125.

Toan NL, Song lH, Kremsner PG, Duy DN, Binh VQ, Koeberlein B,
Kaiser S, Kandolf R, Torresi J, Bock CT. 2006. Impact of the
hepatitis B virus genotype and genotype mixtures on the course of
liver disease in Vietnam. Hepatology 43:1375–1384.

WestlandC, DelaneyW,YangH,ChenSS,Marcellin P,HadziyannisS,
Gish R, Fry J, Brosgart C, Gibbs C, Miller M, Xiong S. 2003.
Hepatitis B virus genotypes and virologic response in 694 patients
in phase III studies of adefovir dipivoxil1. Gastroenterology 125:
107–116.

Wiegand J, Hasencleves D, Tillmann HL. 2007. Should treatment of
Hepatitis B depend on HBV genotypes? A hypothesis generated
from an explorative analysis of published evidence. Hepatology 44:
564A–565A.

ZalewskaM,DomagalaM, Simon K,Gladysz A. 2005.Hepatitis B virus
genotypes and the response to lamivudine therapy. Pol Arch Med
Wewn 114:1190–1199.

J. Med. Virol. DOI 10.1002/jmv

Prevalence of HBV Genotypes 1711

View publication statsView publication stats


		2022-02-18T14:48:38+0200
	Moldova
	MoldSign Signature




