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ABSTRACT

Introduction. Hepatitis B virus (HBV) infection in hemodialysis (HD) patients is a major concern, but limited
information exists on the HBV genotyping in patients on maintenance HD in Turkey. Aim. To investigate
the genotype and subgenotype distribution of HBV in Turkish HD patients with chronic hepatitis B. Mate-
rial and methods. A total of 248 HBsAg positive patients undergoing long-term HD from all regions of Turkey
were included in this study. HBV genotypes were determined by phylogenetic analysis and by genotyping
tools. Results. HBY DNA was detected in 94/248 (38%) of the patients. Among the study patients, genotype
D of HBV was predominant (99%) and one patient (1%) was infected with genotype G. The majority (82%) of
HBV genotype D branched into subgenotype D1, and also in ayw2 HBsAg subtype clusters in the phyloge-
netic tree. However, 10% and 8% of the strains branched into subgenotype D2 (also in ayw3 HBsAg subtype
cluster) and subgenotype D3 clusters, respectively. Conclusion. In conclusion, HBV genotyping should be
routinely applied to HD patients to establish a baseline. Determination of genotypes/subgenotypes of HBV
may provide robust epidemiological data related to their circulation as well as their transmissibility.
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INTRODUCTION

Hepatitis B virus (HBV) demonstrates significant
genetic and geographical divergence. Genetic diver-
sity of HBV is generated by lacking proofreading
mechanism of reverse transcriptase enzyme. Eight
genotypes (designed A to H) and about 25 subgeno-
types have been currently described by divergence in
the entire HBV genomic sequences. For genotypes,
inter-group divergence is > 7.5% and for sub geno-
types, inter-genotypic divergence is > 4% on the
complete genome sequence, using phylogenetic
analysis.!> However, based on the antigenic deter-
minants of hepatitis B surface antigen (HBsAg),
HBYV can be classified into nine serological types;
adw2, adw4, adr, adrq-, aywl, ayw2, ayw3, ayw4
and ayr.* Different HBV genotypes show a distinct
geographic distribution: genotype A is divided into
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Al, found in sub-Saharan Africa, A2, in Northern
Europe, and A3 in Western Africa. Genotype B and
C are predominant in Asia (B1 is found in Japan,
B2-B5 are found in East Asia, B6 is found in the
Arctic; C1, C2 and C3 are found in China, Korea,
Southeast Asia, and in several South Pacific Island
countries). Genotypes D1, D2, D3, D4, D5 and D7
are spread worldwide and associated particularly
with Eastern Europe, the Mediterranean basin, North
Africa, Russia, the Middle East, India, and across
the Arctic. Genotype E is uniquely found in West
Africa. Genotype F, divided into F1, F2, F3 and F4
subgenotypes, and genotype H are together found in
the same geograpichal area; Alaska, Central and
South America as well as in Polynesia.l"56 HBV ge-
notypes have an original geographic distribution
that is relatively well established. However, the ori-
gin of genotype G is unknwon.” The existence of ge-
notype G was first noted in 2000 and to date
localized in the United States, Canada, Brazil, Mexi-
co, France, Germany, Vietnam, Thailand, and Ja-
pan.&15

Turkey is a country of intermediate/high HBV en-
demicity, with HBsAg prevalence in the general po-
pulation ranging from 2.5% to 9.1% (higher in
southeastern and eastern parts).1® The HBsAg posi-
tivity rate is 4.4% among chronic hemodialysis (HD)
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patients in Turkey.!” However, recently published
reports indicate that Turkish HD patients with
chronic hepatitis B (CHB) infection showed a very
high HBsAg positivity rate (13.3%).!® Previous stu-
dies have demonstrated the dominance of genotype
D in general patients with HBV infection as chroni-
cled in Turkey.!®2! However, limited information
exists on the HBV genotyping in patients on mainte-
nance HD in Turkey. Genotypic variations in HBV
are critical in the pathogenesis of liver disease and
there are considered that the different genotypes
may significantly differ in their responses to thera-
peutic intervention in CHB.?2

AIM

The aim of the this study is to described the
molecular epidemiology by phylogenetic analysis of
HBYV isolated from HD patients with CHB.

MATERIAL AND METHODS

Patients

The number of chronic HD patients (including pe-
diatric cases) according to general prevalence, at the
end of 2009 is 48,433 in Turkey.?° A total of 248
HBsAg positive patients with end-stage renal disea-
ses on long-term HD from all regions of Turkey
were included in this study. Gender, age, hemodialy-

sis duration, HBsAg positivity, alanine aminotrans-
ferase level, anti-HCV status and viral hepatitis risk
factors of the patients were decision as to inclusion
criteria of the study. The patients sera samples were
obtained from Central Anatolia (n = 18), Aegean
(n = 55), Marmara (n = 88), Blacksea (n = 9), Eas-
tern Anatolia (n = 16), South-Eastern Anatolia
(n = 25), and Mediterranean (n = 37) regions of
Turkey, respectively. The patients were not intrave-
nous drug users as previously and not renal trans-
plantation history. The demographic, laboratory
and clinical information statuses were provided
by the clinical staff of the HD clinic. The study was
approved by the local ethics committee, and infor-
med consent was obtained from each patient. All of
the patients were undergoing HD and categorized as
HBYV chronic carriers according to The European
Association for the Study of the Liver (EASL) clini-
cal practice guidelines.?? Most of them were acqui-
red of hepatitis B after initiation of hemodialysis.
However, demographic and clinical features of the
HD patients with HBV DNA positive shown in table
1. According to country legislation dedicated moni-
tors must be used for HBsAg and anti-HCV “positi-
ve” patients. HBsAg positive patients must also
be dialyzed in separate room. HD clinics which were
included in the study, have to used the guideline
(The Fresenius Medical Care Hygiene and Infection
Control Guideline, NephroCare® C-CG-29-02 Rev.
01) for hygiene and infection control which provides

Table 1. Demographic and clinical features of the hemodialysis patients with HBV DNA positive.

Characteristic

Study group

Patient (n)

Gender (M/F)

Age, median year (range)

Hemodialysis duration, median year (range)*
HBeAg positive, n (%)

ALT, median U/L (range)

HBV DNA, median log IU/mL (range)

Histological/clinical diagnosis, n (%)
Chronic hepatitis B
Liver chirrosis

Therapy experince, n (%)
Lamivudine
Tenofovir

Co-infection status, n (%)
Anti-HCV

94
60/34

60 (42-88)

5.7 (0.5-26)

9 (9.5)

19 (5-77)

2.64 log,, (1.48-4.69)

93 (99)
1 (1 )**

3 (3) (for 6, 8 and 24 months, respectively)
1 (1) (for 5 months)

6 (6.4)

M: male. F: female. ALT: alanine aminotransferase. HBV: hepatitis B virus. HCV: hepatitis C virus. * Hemodialysis duration was calculated from the
date of the first hemodialysis procedure to the date of the collection of the sera. ** Periportal necrosis score: 3.
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state-of-the-art scientific knowlodge, technical infor-
mation on infection control and hygiene issues and
aims at supporting decision-making at the clinic le-
vel. However, the different protocol for use and de-
contamination, disinfection and sterilization of
patient care items and instruments are available in
HD clinics.

HBV DNA detection

HBV DNA was detected and quantified by a com-
mercial PCR assay (artus HBV QS-RGQ test, Qia-
gen GmbH, Hilden, Germany) on the real-time PCR
platform (Rotor-Gene @, Qiagen GmbH, Hilden,
Germany).

HBV sequencing

A pair of primers was designed:

¢ Forward:5’-TCGTGGTGGACTTCTCTCAATT-3’
and
¢ Reverse: 5-CGTTGACAGACTTTCCAATCAAT-3 .

For amplification of the HBV pol gene region (in
our clinical laboratory using pol gene sequencing
for routine diagnosis of genotyping and drug resis-
tance analysis to nucleos(t)ide analogue in HBV in-
fection). The PCR conditions were applied as
described previously.2!

HBV genotyping

Genotype and subgenotype of HBV was determi-
ned by phylogenetic analysis. The phlyogenetic
analysis based to reverse transcriptase (codon; 43-
344) and S gene (codon; 34-277) regions of HBV se-
quencing (768 bp). The nucleotide sequence was
compared to those from the GenBank. Phylogenetic
comparison was performed by Neighbor-Joining al-
goritm using the CLC Sequence Viewer 6.0.2 (CLC
bio A/S, Aarhus, Denmark) software. However,
HBYV genotype and subgenotype was determined also
by Basic Local Alignment Search Tool (BLASTN
program 2.2.25, blast.ncbi.nlm.nih.gov)?* and by
The Genafor/Arevir-Geno2pheno Drug Resistance
Tool (www.coreceptor.bioinf.mpi-inf.mpg.de).

RESULTS

HBV DNA was detected in 94/248 (38%) of the pa-
tients. Clinical and laboratory characteristics of the
HBYV DNA positive HD patients is shown in table 1.

HBV genotype D (99%, 93/94) and genotype G
(1%, 1/94) were detected in the phylogenetic analy-
sis (Figure 1). The majority (82%, 76/93) of the
HBYV strains branched in subgenotype D1/ayw?2 clus-
ters in the phylogenetic tree. However, 10% (9/93)
and 8% (8/93) of strains branched in subgenotype
D2/ayw3 clusters and subgenotype D3 clusters, res-
pectively (Figure 1).

One patient infected with genotype G of HBV had
been treated with HD three times per week for 4 years
due to idiopathic end stage renal disease. Twelve years
earlier, he had been diagnosed with brucellosis. Du-
ring his brucellosis diagnosis, HBsAg positivity was
detected. He was not an intravenous drug user as pre-
viously, and not any blood transfusion history. He
had never traveled abroad. None of the people in his
family had shown hepatitis B infection during exami-
nation. Notable however, the patient was not monoga-
mous, and had multiple sexual partners.

DISCUSSION

To date, there is insufficient data on the molecu-
lar epidemiology of HBV in HD patients in Turkey.
In the present study, phylogenetic analysis of HBV
pol gene sequences isolated from Turkish HD pa-
tients revealed subgenotype D1/ayw2 constitutes the
majority of the genotype D circulating in Turkey.
Afterwards, strains of the other genotype D bran-
ched in subgenotype D2/ayw3 and subgenotype D3
clusters, respectively. In our recently published re-
port, also based on the pol gene sequencing, HBV
subgenotype D1 was predominant (84%) and subge-
notypes D2, D3, and D4 were found in 10%, 5% and
0.2% of Turkish patients with CHB (n = 442) with
normal renal function, respectively.?? According to
the unique whole genome HBV sequence study, the
chronic HBV carriers among the general population
of Turkey had ayw2 (frequently) and ayw3 (rarely)
HBsAg subtypes, respectively.l® These studies sug-
gest the patients undergoing maintenance HD with
normal renal function show approximately the same
HBYV subgenotypes and HBsAg subtypes distribu-
ted in Turkey. But, in limited studies D2 has
been shown as the predominant subgenotype of
HBV in Turkish patients.?6-8 The similarity bet-
ween these studies is the use of Pre-S gene amplifi-
cation + restriction fragment length polymorphism
techniques. However, in a study from the Southeas-
tern part of Turkey with 132 CHB patients inclu-
ding HD patients, genotype D/ayw3 has been found
in all serum samples by sequencing of the amplified
S gene region after seminested PCR protocol.??
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Figure 1. Phylogenetic tree of hepatitis B
virus (HBV) isolates obtained from hemo-
dialysis patients. The phlyogenetic analysis
based to reverse transcriptase (codon;
43-344) and S gene (codon; 34-277) regions
of HBV sequences (768 bp). Neigbor-Joining
analysis was carried out with other sequen-
ces from all HBV genotypes from GenBank
using CLC Sequence Viewer 6.0 (CLC bio A/S,
Aarhus, Denmark) software. Bootstrap
support value (100 replicates) are shown at
the respective branchers.
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This discrepancy is probably due to the methodolo-
gy. Interestingly, HBV genotyping studies in HD pa-
tients are limited throughout the world. In a study
from Indonesia, including patients on HD, it has
been reported that all HBV isolates belonged to ge-
notype B, with more than 90% of them being classi-
fied into HBsAg subtype adw.?0 In another study,
during nosocomial infections in two Brazilian HD
centers including 27 HD patients, HBV strains were
genotyped. In an HD unit in Rio de Janeiro, 14 HBV
isolates were classified into two different genotyped
and five different subgenotyped: D3, D4, A1, A2, and
A3. In another HD unit in the state of Sao Paulo,
where an outbreak of HBV infection occurred in
1996-1997, genotyping analysis showed that all 13
patients were infected with HBV isolates of genotype
D. Co-infection with strain Al was detected in seven
of them.3!

This study revealed an exotic HBV genotype; ge-
notype G. Genotype G of HBV has not been reported
to date in Turkey. This genotype is the most uncom-
mon of all HBV genotypes. It is essentially identical
to the other HBV genotypes, but has some uniqe
features including a 36-bp insertion downstream of
the core gene start codon.8 However, epidemiological
and clinical information on genotype G infection is
limited, likely due to the low prevalence throughout
the world.3? HBV genotype G co-infection with HIV
has been described and reported from Brazil, Mexi-
co, Germany, France, Japan and the USA.%-11.13,15
Probably the genotype G of HBV strains could be ac-
quired via sexual transmission. The unique patient
infected with genotype G of this study is an adult
and his promiscuous sexual behaviour may be defi-
ned as a risk factor for transmission of this genoty-
pe. But, there is insufficient information related to
sexual transmission of HBV genotype G and an as-
sociation with HIV.

Genotyping and HBsAg subtyping of HBV isola-
tes are useful tools to understand the epidemiology
of HBV infection.?% However, their clinical signifi-
cance is yet to be fully defined. Studies have de-
monstrated associations between genotype and
subgenotypes and disease severity and treatment
outcomes of HBV infection.?? But, the distribution
of HBV genotypes/subgenotypes in dialysis patients
is not adequately revealed.?® The revealing of HBV
genotypes/subgenotypes may help in determining
disease burden in HD patients or within dialysis
units. Newly recognized HBV infection post renal
transplantation can reflect de novo infection or reac-
tivation of prior resolved infection.?* Therefore, ba-
seline HBV genotyping may be required in renal

transplant recipients such as HD patients on discri-
mination of HBV infection status. According to the
recently published review, determination of HBV ge-
notype should form part of the management protocol
in treating CHB.3> However, the major guidelines
for the management of CHB published by EASL, the
Asian Pacific Association for the Study of the Liver
(APASL) and the American Association for the Stu-
dy of Liver Diseases (AASLD)?5:36:37 suggest that ge-
notyping of HBV is not recommended as part of the
management of CHB.

In conclusion, our study suggests that genotype
D of HBV is dominant (D1 is more frequent) and
genotype G also present and HBsAg subtype ayw
is dominant (ayw2 is more frequent) but ayw3
HBsAg subtype is also present in HD patients in
Turkey. However, the determination of genotypes/
subgenotypes of HBV may provide robust epide-
miological data related to their circulation and
transmissibility.

CONFLICT OF INTEREST

The authors declare no conflicts of interest.

FUNDING

The authors declare no funding

ETHICAL APPROVAL

The ethical approval is required; Kocaeli Univer-
sity, Clinical Research Ethics Committee: Project
number; KKAEK 2009/24. Date; 24.11.2009, Appro-
ving number; 5/16.

ACKNOWLEDGMENTS

We thank Prof. Dr. Tevfik Ecder from Diaverium
Turkey for helping us in providing patient samples.

REFERENCES

1. Okamoto H, Tsuda F, Sakugawa H, Sastrosoewignjo R,
Imai I, Mmiyakawa Y, Mayumi M. Typing hepatitis B
virus by homology in nucleotide sequence: compari-
son of surface antigen subtypes. J Gen Virol 1988; 69:
2575-83.

2. Norder H, Hammas B, Lofdahl S, Courouce AM, Magnius LO.
Comparison of the amino acid sequences of nine different
serotypes of hepatitis B surface antigen and genomic clas-
sification of the corresponding hepatitis B virus strains. J
Gen Virol 1992; 73: 1201-8.

3. Kurbanov F, Tanaka Y, Mizkokami M. Geographical and ge-
netic diversity of human hepatitis B virus. Hepatol Res
2010; 40: 14-30.



854

Sayan M, et al. Annass of Hlepatology, 2012; 11 (6): 849-854

10.

1.

12.

13.

14.

15.

16.

17.

18.

19.

20.

Couroucé-Pauty AM, Lemaire JM, Roux JF. New hepatitis B
surface antigen subtypes inside the ad category. Vox
Sang 1978; 35: 304-8.

Meldal BH, Moula NM, Barnes IH, Boukef K, Allain JP. A no-
vel hepatitis B virus subgenotype, D7, in Tunisian blood do-
nors. J Gen Virol 2009; 90: 1622-28.

Lin C-L, Kao J-H. The clinical implications of hepatitis B vi-
rus genotype: Recent advances. J Gastroen Hepatol 2011;
26: 123-130.

Lindh M. HBV genotype G-an odd genotype of unknown ori-
gin. J Clin Virol 2005; 34: 315-16.

Stuyver L, De Gendt S, Van Geyt C, Zoulim F, Fried M,
Schinazi RF, Rossau R. A new genotype of hepatitis B virus:
complete genome and phylogenetic relatedness. J Gen Vi-
rol 2000; 81: 61-74.

Kato H, Orito E, Gish RG, Sugauchi F, Suzuki S, Ueda R, Mi-
yakawa Y, et al. Characteristics of hepatitis B virus
isolates of genotype G and their phylogenetic differences
from the other six genotypes (A through F). J Virol 2002;
76: 6131-7.

Sanchez LV, Maldonado M, Bastidas-Ramirez BE, Norder H,
Panduro A. Genotypes and S-gene variability of Mexican
hepatitis B virus strains. J Med Virol 2002; 68: 24-32.
Vieth S, Manegold C, Drosten C, Nippraschk T, Glinther S.
Sequence and phylogenetic analysis of hepatitis B vi-
rus genotype G isolated in Germany. Virus Genes 2002;
24: 153-6.

Suwannakarn K, Tangkijvanich P, Theamboonlers A, Abe K,
Poovorawan Y. A novel recombinant of hepatitis B virus
genotypes G and C isolated from a Thai patient with hepa-
tocellular carcinoma. J Gen Virol 2005; 86: 3027-30.
Chudy M, Schimdt M, Czudai V, Scheiblauer H, Nick S, Mo-
seback M, Hourfar MK, et al. Hepatitis B virus genotype G
monoinfection and its transmission by blood components.
Hepatology 2006; 44: 99-107.

Osiowy C, Gordon D, Borlang J, Giles E, Villeneuve JP. He-
patitis B virus genotype G epidemiology and co-infection
with genotype A in Canada. J Gen Virol 2008; 89: 3009-15.
Silva AC, Spina AMM, Lemos MF, Oba IT, Guastini CF,
Gouvéa MSG, Pinho JR, et al. Hepatitis B genotype G and
high frequency of lamivudine-resistance mutations among
human immunodeficiency virus/hepatitis B virus co-
infected patients in Brazil. Mem Inst Oswaldo Cruz 2010;
105: 770-8.

Viral Hepatitis. In: Van Damme P, Vorsters A, Van Herck
K, Hendrickx G (eds.). Published by the Viral Hepatitis Pre-
vention Board (VHPB). Vol. 18. Antwerp, Belgium. Printed
by WILDA; 2010, p. 1-26.

National hemodialysis, transplantation and nephrology re-
gistry report of Turkey, 2009. In: Serdengecti K, Suley-
manlar G, Altiparmak MR, eds. Published by the Turkish
Society of Nephrology. Metris Press, Istanbul, Turkey.
September, 2010.

Yakaryilmaz F, Gurbuz OA, Guliter S, Mert A, Songur Y, Ka-
rakan T, Keles H. Prevalence of occult hepatitis B and he-
patitis C virus infections in Turkish hemodialysis patients.
Ren Fail 2006; 28: 729-35.

Bozdayi G, Turkyilmaz AR, Idilman R, Karatayli E, Rota S,
Yurdaydin C, Bozdayi AM. Complete genome sequence and
phylogenetic analysis of hepatitis B virus isolated from
Turkish patients with chronic HBV infection. J Med Virol
2005; 76: 476-81.

Sayan M, Akhan SC, Meric M. Naturally occurring amino
acid substitutions to nucleos(t)ide analogs in treatment-

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31

32.

33.

34.

35.

36.

37.

naive Turkish patients with chronic hepatitis B. J Viral
Hepat 2010; 17: 23-7.

Sayan M, Senturk O, Akhan SC, Hulagu S, Cekmen MB.
Monitoring of hepatitis B virus surface antigen esca-
pe mutations and concomitantly nucleos(t)ide analo-
gues resistance mutations in Turkish patients with
chronic hepatitis B infection. Int J Infect Dis 2010;
14: 136-41.

Pujol FH, Navas MC, Hainaut P, Chemin I. Worldwide gene-
tic diversity of HBV genotypes and risk of hepatocellular
carcinoma. Cancer Letters 2009; 286: 80-8.

EASL Clinical Practice Guidelines: Management of chronic
hepatitis B. European Association for the Study of the Li-
ver. J Hepatol 2009; 50: 227-42.

Zhang Q, Cao G. Genotypes, mutations, and viral load of
hepatitis B virus and the risk of hepatocellular carcinoma.
Hepat Mon 2001; 11: 86-91.

Sayan M, Akhan SC. Antiviral drug-associated potential
vaccine-escape hepatitis B virus mutants in Turkish pa-
tients with chronic hepatitis B. Int J Infect Dis 2011;
(15): 722-6.

Leblebicioglu H, Eroglu C, Members of the Hepatitis Study
Group. Acute hepatitis B virus infection in Turkey: epide-
miology and genotype distribution. Clin Microbiol Infect
2004; 10: 537-41.

Ozdemir FT, Duman D, Ertem D, Avsar E, Eren F, Ozdogan
O, Kalayci C, et al. Determination of hepatitis B genoty-
pes in patients with chronic hepatitis B virus infection in
Turkey. Turk J Gastroenterol 2005; 16: 183-7.

Sunbul M, Leblebicioglu H. Distribution of hepatitis B virus
genotypes in patients with chronic hepatitis B in Turkey.
World J Gastroenterol 2005; 11: 1976-80.

Ozaslan M, Ozaslan E, Barsgan A, Koruk M. Mutations in
the S gene region of hepatitis B virus genotype D in Tur-
kish patients. J Genet 2007; 86: 195-201.

Lusida MI, Surayah, Sakugawa H, Nagano-Fujii M, Soetjip-
to, Mulyanto, Handajani R, et al. Genotype and subtype
analyses of hepatitis B virus (HBV) and possible co-infec-
tion of HBV and hepatitis C virus (HCV) or hepatitis D vi-
rus (HDV) in blood donors, patients with chronic liver
disease and patients on hemodialysis in Surabaya, Indone-
sia. Microbiol Immunol 2003; 47: 969-75.

. De Castro L, Araujo NM, Sabino RR, Alvarenga F, Yoshida

CF, Gomes SA. Nosocomial spread of hepatitis B virus in
two hemodialysis units, investigated by restriction frag-
ment length polymorphism analysis. Eur J Clin Microbiol In-
fect Dis 2000; 19: 531-7.

Vieth S, Manegold C, Drosten C, Nippraschk T, Glinther S.
Sequence and phylogenetic analysis of hepatitis B virus
genotype G isolated in Germany. Virus Genes 2002; 24:
153-6.

Fabrizi F, Messa P, Martin P. Hepatitis B virus infection
and the dialysis patient. Semin Dial 2008; 21: 440-6.

Kalia H, Fabrizi F, Martin P. Hepatitis B virus and renal
transplantation Transplantation Reviews 2011; 25: 102-9.
Cooksley WGE. Do we need to determine viral genotype
in treating chronic hepatitis B? J Viral Hepatitis 2010;
17: 601-10.

Lok AS, McMahon BJ. AASLD practice guidelines. Chronic
hepatitis B. Hepatology 2007; 45: 507-38.

Liaw YF, Leung N, Kao JH, Piratvisuth T, Gane E, Han KH,
Guan R, et al. Asian-Pacific consensus statement on the
management of chronic hepatitis B: a 2008 update. Hep
Intl 2008; 2: 263-83.



	Genotype/subgenotype distribution of hepatitis B virus among hemodialysis patients with chronical hepatitis B
	Introduction
	AIM
	Material and Methods
	Patients
	HBV DNA detection
	HBV sequencing
	HBV genotyping

	Results
	Discussion
	Conflict of Interest
	Funding
	Ethical Approval
	Acknowledgements


