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ABSTRACT

Helicobacter species is now-a-days found commonly in the ligomach and intestine of human beings and
animals. It has now been detected in pancreasediidiman beings also. It is the cause of canciégasws into the tissue
and is circulated around the body through blooelastr and spreads in many organs. Where-ever it fiegiche it grows.

In our studyHelicobacter species were identified in tissue surroundingrlis@ncer and pancreatic tumours from patients
undergoing pancreatectomi. By DNA sequence anabfsis’o PCR amplified 16Sr DNAs, homologies werarfd to be
Helicobacter pylori andHelicobacter pullorum from fresh pancreas tissue, respectively. Alsaria of fresh liver sample

Helicobacter spp. was confirmed by DNA sequencing.
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INTRODUCTION

Many novelHelicobacter species have been isolated and characterizedtiyedénhepaticus was shown to cause
severe liver diseases, such as hepatitis andtliveour, in laboratory rodenfg/ang, 1994). Other new species of urease
positive and negativelelicobacter have been reported to cause similar diseasednmalnsuch as dodH( canis), hamster
(H. cholecystus), sheep K. rappini) and poultry H. pullorum) (Fox, 1997). Helicobacter species, such &s. pylori, H.
bilis, andH. pullorum, were identified in bile, gallbladder and livergdtients with primary sclerosing cholangitis, paim
biliary cirrhosis and cholecystitis, hepatocellutard cholangiocarcinomas using PCR and subsequeAtd2quencing
(Nilssonet al, 2000, Nilssoret al, 2001, Casswalkt al, 2010).Helicobacter species has been identified in pancreas in
patients suffering from pancreatic tumo(ksisson et al, 2002, Nilssoret al, 2006). The association éfelicobacter
species and extra-gastric disease prompted usalgsanthe liver and pancreas, thus, the objectivihie study was to

analyse biopsies from liver and pancreatic canagepts forHelicobacter species by PCR and DNA-sequencing.
MATERIALS AND METHODS

Seven liver samples were obtained from patientiesnfy from hepatocellular carcinomas. Tissue auwding
resected pancreatic tumours from three patientengoithg pancreatectomi, as well as tissue from a-tamour
histologically normal pancreas, were analysed miakrily. The samples were transported in steriiga®’'s transport
medium and immediately sent to the laboratory fier detection oHelicobacter spp. Each sample was homogenized and
cultured microaerobically on GAB-Camp’s medium aicella blood agar medium (Jalkl al, 2002). For the PCR,
DNA was extracted by the Qiagen Tissue DNA kit poot.
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Also, 10 samples of paraffin embedded pancreasetissrrounding tumours were de-embedded by xylede a
ethanol washing and extracted as described ab®mnilarly, 7 paraffin embedded liver tissue tumotneam Kaunus,
Lithuania were also treated by the same way. Etdthsamples were analysed by PCR usigelgcobacter-specific 16Sr
DNA primers(Fox et al, 1998). PCR-products amplified withelicobacter genus-specific primers were purified from
1.5% agarose gels by centrifugation in Ultrafree-iDBes (Millipore, Bedford, US). DNA sequence gsi was carried
out using an Applied Biosystems DNA sequencer atingrto the protocols of the manufacturer (Perkimé&t, Applied
Biosystems, Foster City, US), using the ABI PRISMjBye Terminator Cycle Sequencing Ready Reactionakd
confirmed by GeneBank/EMBL database comparison. @atiebladder specimen from a patient with gallstevas also

analysed by the same method.
RESULTS

There was no growth obtained after incubating thikuce plates for 3-7 days. Thus, culture was fotmde

negative foHelicobacter spp. for the fresh liver and pancreas samples.

4/7 liver samples and 5/7 paraffin-embedded liamples, 1/10 paraffin-embedded pancraad 3/3 pancreas,
analysed shortly after surgery, were positive far genuddelicobacter by 16Sr DNA-PCR analysis. One sample from a
normal pancreas was negative in the same analgmis pancreas. The gall bladder sample was foursitip® for

Helicobacter spp.

Helicobacter 16Sr DNA-PCR products were analysed using DNA saqe analysis for liver and pancreas. The
liver specimen from one of the 7 fresh liver biogsynples was confirmed fételicobacter species by sequencing (Table
[). By sequence comparison, carried out usingBlast program (GCG, Madison, US) and GenBank/EMBltatiases,
one of the sequences for pancreas sample showkdaigology (at least 98%) to the 16Sr DNAHH icobacter species
“liver 3" (GenBank accession number AF142585) amdhe 16Sr DNA oHelicobacter pylori (Nilssonet al, 2001). The
other sequence showed high homology to the 16SrRiflAdelicobacter pullorum (AF047850), Helicobacter bilis
(AF047847) and other strains df pullorum(Fox, 1997), (Table II).

DISCUSSIONS

Helicobacter species were identified by PCR and DNA sequencaysis in tissue surrounding liver and
pancreatic tumours. This finding is not surprisgigen the many recent reports laélicobacter associated with extra-
gastric disease in both animal and rffamx, 1997, Nilssomt al, 2000, Foxgt al, 1998, Nilssoret al, 2001, Nilsson et al,
2006). The amplified sequences showed high homotogpreviously published sequencesHsdlicobacter pylori and
Helicobacter pullorum. Interestingly, the sequences in the GeneBankbda&athat showed the highest homology to the
sequences reported in this study, were not idedtidir isolated from gastric tissue but from liveancreas, gall bladder
tissue, suggesting that subspecies of ceHalicobacter species, colonizing different abdominal nichesy ragist. Thus,
it was confirmed thaltlelicobacter infection can occur in the extra-gastric orgartsodgh our study is based for diagnostic
purpose but it confirms thatelicobacter infection in Sweden which is a developed courgralso possible. This reflects
and confirms reports from other studies also. Heitds necessary to analyse extra-gastric orgaasfdr detecting the

main route cause of infection in developing cowstialso.
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APPENDICES
Table 1: PCR of Liver Samples
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Table 2: PCR of Pancreas Samples
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