ac 577,1; 61 ISSN 0354-3447

JUGOSLOVENSKA
MEDICINSKA BIOHEMIJA

Casopis Drustva medicinskih biohemicara Srbije i Crne Gore
Official Journal of the Society of Medical Biochemists of Serbia and Montenegro

Godiste: 23 Beograd, oktobar — decembar 2004 Broj: 4

SADRZAJ - CONTENTS

PREGLEDNI CLANAK - REVIEW ARTICLE

Danjjela Vucevi¢, Tatjana Radosavljevié¢, Gordana Dordevié-Denié
ULOGA EOZINOFILNIH LEUKOCITA d PATOGENEZI BRONHIJALNE ASTME . . . ... ... e 333

ORIGINALNI NAUCNI RAD - ORIGINAL PAPER

Vesna Vuci¢, Miroslav Adzi¢, Ana Niciforovi¢, Nevena TisSma, Sabera Ruzdiji¢, Marija B. Radojci¢

CELL DEATH IN IRRADIATED PROSTATE CANCER CELLS ASSESSED BY FLOW CYTOMETRY .............. 343
Aleksandra Nikoli¢, Aleksandra Divac, Nada Bogdanovi¢, Marija Miti¢-Miliki¢, Dragica Radojkovi¢
CFTR GENE ANALYSIS IN PATIENT WITH ATYPICAL CYSTIC FIBROSIS ... ... e 351

Aleksandra Peri¢-Popadié, Mirjana Bogié, Zvik[cav Jovici¢, Sanvila Raskovi¢, Vesna Tomié-Spiric,

Snezana Kovacevi¢, Jasna Bolpaci¢, Miodrag Colié¢

THE INFLUENCE OF ATOPY ON sICAM-1 SERUM LEVELS IN PATIENTS WITH ALLERGIC RHINITIS

AND BRONCHIAL ASTHMA . .o e e e e e e e e e e e e 355

Jelena Poznanié, Ljubica Perisi¢, Jelena Urosevié, Branka Petrucev,

Tatjana Bureinovi¢, Natasa Tosi¢, Lidija Krivokapic¢-Dokmanouvic,

Dragana Janié, Milica Cvorkov-Drazi¢, Gordana Bunjevacki, Sonja Pavlovié¢

BIOCHEMICAL PHENOTYPE AND ORIGIN OF THE THREE

MOST COMMON BETA-THALASSEMIA MUTATIONS IN SERBIA. . . . ..o o e 361

Zorica S. Saicié¢, Dejan N. Mijalkovi¢, Aleksandra L. Nikoli¢, Dusko P. Blagojevié,

Mihajlo B. Spasié¢, Vajislav M. Petrovié¢

EFFECT OF THYROXINE ON GLUTATHIONE-DEPENDENT ANTIOXIDANT ENZYME

ACTIVITIES AND GLUTATHIONE CONTENT IN THE INTERSCAPULAR

BROWN ADIPOSE TISSUE OF DIFFERENT MATURATED RATS . .. ... . e e e et 367

Ljiliana Petrovi¢-Rackov, Nada Pejnovié, Zoran Mijuskovié, Gordana Ercegouvic¢
INFLAMMATORY RESPONSE IN RHEUMATOID ARTHRITIS. . .. ... 375

Radmila Maksimovié, Ljuba Mandi¢, Slavica Spasic¢
THE BASIC HAEMATOLOGICAL MEASUREMENTS IN PERIPHERAL BLOOD FROM WORKERS
EXPOSED TO MERCURY VAPOURS. . . . ..o e e e e e e e e et e 381

Nastavak na poledini korica (continued on back cover)

YUGOSLAV MEDICAL BIOCHEMISTRY

Volume: 23 Belgrade, October — December 2004 No: 4

Jugoslov Med Biohem 23 (4): 333-406, 2004



Nastavak sadrzaja (continued from front cover)

STRUCNI RAD - PROFESSIONAL PAPER

Dragica Milenkovi¢, Aleksandar Vuksanovié¢, Natasa Lali¢, Sanja Simic¢-Ogrizovié, Violeta Dopsaj
NOVI PROTOKOL ZA LABORATORIJSKO ISPITIVANJE PACIJENATA SA KALKULOZOM URINARNOG TRAKTA. .. 387

Nada Kosti¢, Branislava Brki¢, Zorica Capareuié, Verica Milosevi¢
SOMATOSTATIN U OBOLJENJIMA GASTROINTESTINALNOG TRAKTA

OBAVESTENJA - TECHNICAL REPORTS

Jugoslovensku medicinsku biohemiju
referiSu: Bowker International Serials Database, Bulletin Scientifique, Chemical Abstracts
Service, EMBASE / Excerpta Medica, Elsevier BIOBASE / Current Awareness in Biological
Sciences, Current Awareness in Biomedicine
Jugoslovenski Bibliografsko Informacijski Institut, Referativnyi Zhurnal.

Jugoslovenska medicinska biohemija
is covered by the following indexing and abstracting service: Bowker International Serials
Database, Bulletin Scientifique, Chemical Abstracts Service, EMBASE / Excerpta Medica,
Elsevier BIOBASE / Current Awareness in Biological Sciences,
Current Awareness in Biomedicine, Referativnyi Zhurnal,
Yugoslav Institute for Bibliography and Information (YUBIN)



JUGOSLOVENSKA MEDICINSKA BIOHEMIJA

YUGOSLAV MEDICAL BIOCHEMISTRY

Jugoslovenska Medicinska Biohemija
is electronic available on http://www.dmbj.org.yu/jugoslovmedbiohem



JUGOSLOVENSKA MEDICINSKA BIOHEMIJA

Casopis Drustva medicinskih biohemicara Srbije i Crne Gore

YUGOSLAV MEDICAL BIOCHEMISTRY

Official Journal of the Society of Medical Biochemists of Serbia and Montenegro

Adresa urednistva

Jugoslovenska medicinska biohemija,
Drustvo medicinskih biohemicara Srbije i Crne Gore, Farmaceutski fakultet
Vojvode Stepe 450, FAH 146, 11221 Beograd, Srbija i Crna Gora
Tel. / Fax: 011-36 15 631
e-mail:dmbj@eunet.yu
www.dmbj.org.yu

Editorial Office

Society of Medical Biochemists of Serbia and Montenegro
Pharmaceutical Faculty, Vojvode Stepe 450, P.O. Box 146
11221 Belgrade, Serbia and Montenegro
Tel. / Fax: +381-11-36 15 631
e-mail:dmbj@eunet.yu
www.dmbj.org.yu

lzdavanje »Jugoslovenske Medicinske Biohemije« finansira
Ministarstvo za nauku, tehnologije i razvoj Republike Srbije

Yugoslav Medical Biochemistry is published by financial support
of Ministry of Science, Technology and Development of Republic of Serbia




JUGOSLOVENSKA MEDICINSKA BIOHEMIJA

YUGOSLAV MEDICAL BIOCHEMISTRY

GLAVNI I ODGOVORNI UREDNIK
EDITOR - IN - CHIEF

Nada Majki¢-Singh

REDAKCIONI ODBOR
EDITORIAL BOARD

Branislava Brki¢  Jovan Kavari¢
Bogomir Dimitrijevi¢ =~ Gordana Mati¢
Vidosava B. Dordevi¢  Ivanka Mileti¢
Svetlana Ignjatovi¢ ~ Jasmina Mimi¢-Oka
Jelena Joksimovi¢  Vesna Starcevi¢
Marina Stojanov

MEDUNARODNI REDAKCIONI ODBOR
INTERNATIONAL ADVISORY BOARD

Effi Anagnostou-Cacaras Armando D’Angelo
Athens, Greece  Milan, ltaly

Stoyan Danev  Dolphe Kutter

Sofia, Bulgaria  Luxemburg

Robert Rej  Susan Schiffman
Albany, USA  Durham, USA

Jose M. Queraltoé
Barcelona, Spain

Editorial Office

Nada Majki¢-Singh, Editor-in-Chief
Society of Medical Biochemists of Serbia and Montenegro, Pharmaceutical Faculty,
Vojvode Stepe 450, 11221 Belgrade, P.O. Box 146, Serbia and Montenegro



JUGOSLOVENSKA MEDICINSKA BIOHEMIJA

YUGOSLAV MEDICAL BIOCHEMISTRY

Vol. 23 (2004)

Informacije o casopisu: Casopis izlazi tromesec¢no. Svako godiste sadrzi Cetiri broja.
Rukopisi se dostavljaju na adresu urednistva. Autori se izveStavaju o prijemu rukopisa.
Svi radovi se recenziraju.

Informacije o pretplati: Pretplata za organizacije i inostranstvo iznosi 50 US $. Pretplata
se Salje na tekudi racun Drustva medicinskih biohemicara Srbije i Crne Gore.
255-0006390101000-02, Privredna banka Beograd a.d., Beograd (sa naznakom »pretplata
za JMB«).

Informacije o oglasavanju: Svi zahtevi koji se odnose na oglasavanje u Jugoslovenskoj
medicinskoj biohemiji dostavljaju se na adresu Urednistva.

Informations for contributors: »Jugoslovenska medicinska biohemija« publishes
review articles, original research papers and preliminary communications dealing with
clinical chemistry, medical biochemistry and related fields. All manuscript should con-
firm to generally accepted usage in composition of scientific papers. For technical
requirements, authors should consult a current issue. Contributors in two double-
spaced typewritten copies should be addressed to The Editor, Yugoslav Medical Bio-
chemistry, Pharmaceutical Faculty, Department of Medical Biochemistry, Vojvode
Stepe 450, P.O. Box 146, 11221 Belgrade, Serbia and Montenegro.

Information to subscribers: Subscribers rate per Volume (containing 4 issue) US $ 50
including surface postage. Subscription orders and correspondance should be addres-
sed to the Editorial Office, Jugoslovenska medicinska biohemija, Pharmaceutical Fa-
culty, Department of Medical Biochemistry, Vojvode Stepe 450, P.O. Box 146, 11221
Belgrade, Serbia and Montenegro.

Graficko uredenje: Stampa:
Graphic design: Printed by:

Milena Mijailovi¢ REPROGRAF



Jugoslov Med Biohem 2004; 23 (4)

361

ac 577,1; 61

Jugoslov Med Biohem 23: 361-366, 2004

ISSN 0354-3447

Originalni naucni rad
Original paper

BIOCHEMICAL PHENOTYPE AND ORIGIN OF THE THREE MOST
COMMON BETA-THALASSEMIA MUTATIONS IN SERBIA

Jelena Poznanic!, Ljubica Perisi¢!, Jelena UroSevi¢!, Branka Petrucev!, Tatjana Pureinovic!,
Natasa Tosi¢!, Lidija Krivokapié¢-Dokmanovié?, Dragana Janié?, Milica Cvorkov-DraZié3,
Gordana Bunjevacki3, Sonja Pavlovic!

IInstitute of Molecular Genetics and Genetic Engineering, Belgrade, Serbia and Montenegro
2University Children’s Hospital, Belgrade, Serbia and Montenegro
3Mother and Child Health Care Institute of Serbia »Dr Vukan Cupié«, Belgrade, Serbia and Montenegro

Summary: Molecular (DNA) characterization of thalassemia is the most reliable methodology for the diag-
nosis of this group of diseases. As thalassemias are very heterogeneous, hematological data and additional bio-
chemical analysis are essential for their differential diagnosis. In this paper we present hematological and bio-
chemical characteristics of the carriers of three most common beta-thalassemia mutations in Serbia (Hb Lepore,
B°39 and BTIVS-I-110), to be taken into consideration as the initial step of the diagnostic approach to the tha-
lassemia patients. Also, this paper represents a detailed survey of the diversity of $-globin gene haplotypes in car-
riers of the most common B-thalassemia mutations and normal betaA/betaA individuals of Serbian descent. A novel
haplotype associated with Hb Lepore-Boston-Washington gene has been identified in Serbian population. These
data support the hypothesis of multicentric origin of this mutation. The mutation has arised de nouvo in the chro-
mosomal background characteristic for Serbian population. Additionally, we have shown that two most common
Mediterranean mutations, $°39 and B * IVS-I-110, have probably been introduced into Serbian population from Italy
and Turkey, respectively, through historically documented migrations and settlements.

Key words: B-thalassemia, haplotype, Hb Lepore

Introduction

The B-globin gene cluster is located on chro-
mosome 11. The alignment of genes in human
B-globin locus represents the order of gene expres-
sion during ontogenic development: embryonal
genes (¢) are located at the 5’end, then fetal genes
(Ay, Gy) and finally, at the 3’end, adult genes (5, B).
Thalassemia syndromes are a group of hereditary
disorders generally caused by mutations in globin
genes. In Serbia, thalassemia syndromes are less fre-
quent than in adjacent Mediterranean countries. The
overall frequency of thalassemia syndromes in Serbia
is 1.9% (1).

Address for correspondence:

Sonja Pavlovi¢

Institute of Molecular Genetics and Genetic Engineering
Vojvode Stepe 444a, 11000 Belgrade, Serbia and Montenegro
Tel: +381 11 3976 445

Fax: +381 11 3975 808

E-mail: sonya@sezampro.yu

Since 1998 thalassemia syndromes have been
systematically characterized on molecular level in the
population of Serbia (2). Nine different mutations
have been detected: seven B-thalassemic mutations
and two thalassemic hemoglobin (Hb) variants (Hb
Lepore, Hb Sabine), among which 70% were Hb Le-
pore, $°39 and B+ IVS-I-110 (2). Two studies showed
that Hb Lepore is the most common cause of tha-
lassemia in Serbia (30%) (1, 2).

Hb Lepore is an abnormal thalassemic hemo-
globin variant, which consists of normal o-globin
chains and fused 3B-globin chains. The 5B-globin
chain is a product of an unequal recombination that
joins the proximal end of the §-globin gene with the
distal end of the 3-globin gene (3). Three types of Hb
Lepore, that differ in the position at which the transi-
tion from & to B DNA occurs, have been described:
Hb Lepore-Hollandia, Hb Lepore-Baltimore and Hb
Lepore-Boston-Washington (Hb Lepore BW) (3).

Substitution (C->T) alters codon 39 to a stop
codon. Such chain termination (nonsense) mutation
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aborts mRNA translation and leads to synthesis of a
truncated polypeptide (4). Therefore, codon 39 re-
sults in B° thalassemic phenotype. Substitution
(G->A) at position 110 in intron | (IVS-I-110) creates
an alternative splice site. The incorrectly spliced
mRNA leads to premature termination of translation
but allows accumulation of some amount of normal
globin mRNA (B thalassemic phenotype) (5).

In this study we have analyzed hematological
data and Hb content (Hb A, Hb A, and Hb F) in car-
riers of three most common beta-thalassemia muta-
tions in Serbia. Also, we present a detailed study of
the diversity of f-globin gene haplotypes in normal
betaA/betaA and thalassemic individuals of Serbian
descent, conducted with the aim of defining the ori-
gin of beta-thalassemia in Serbia.

The B-globin gene cluster is highly polymorphic.
The pattern or combination of polymorphic restric-
tion sites in B-globin locus for any chromosome is
called a haplotype (6). There are nine common hap-
lotypes (I-IX) known to be present in different Medi-
terranean populations with significant percentage (6).
Additionally, four beta globin intragenic single base
polymorphisms have led to the definition of three dif-
ferent beta globin gene frameworks (6). Haplotypes
and frameworks of 3-globin gene cluster are widely
used nowadays to determine the chromosomal back-
ground on which a mutation arose, as well as its geo-
graphical pattern.

Material and Methods

Forty-five Serbian patients from 20 unrelated
families affected with B-thalassemia, were studied: 21
Hb Lepore BW [-thalassemic variant carriers (from 8
unrelated families), 14 f°39 B-thalassemia mutation
carriers (from 7 unrelated families) and 10 B *IVS-I-
110 mutation carriers (from 5 unrelated families).
Healthy subjects related to the carriers were also ana-
lyzed.

Hematological parameters were obtained using
an automated cell counter. Abnormal hemoglobin
was detected by electrophoresis on cellulose acetate
in Tris-borate-EDTA (pH 8.4) (7). Hb F was quantified
by standard methods (8, 9) and Hb A, and Hb Lepore
were estimated by elution from celogel electrophoret-
ic strips.

DNA was extracted from peripheral blood col-
lected with sodium citrate or EDTA as an anticoagu-
lant (10). DNA samples were used as templates in
polymerase chain reaction (PCR). For each sample
eight PCR-RFLPs were performed, one for each poly-
morphism (Hincll/e, Xmnl/5’Gy, Hindlll/Gy, Hindlll/
Ay, Hincll)yB, Hincll/3'yB, Avall/3, BamHI/3’B). The
conditions for PCR amplification were as described
previously (11, 12), with changes in temperature of
annealing for ¢, 5'Gy, Gy, Ay, vB, 3'vB, B, 3’3 DNA

fragments containing B-globin gene cluster polymor-
phic sites: 55, 55, 60, 55, 61, 61, 57 and 53 °C res-
pectively. For haplotype analysis the polymorphic res-
triction enzyme sites were determined by digestion of
PCR amplified fragments using the methodology of
Sutton et al (12). Polymorphic sites were detected by
agarose gel electrophoresis. The framework base
substitutions were identified by dideoxy chain termi-
nation method using fluorescently labeled dideoxy
nucleotides (Pharmacia Biotech, Uppsala, Sweden)
on an automated DNA sequencer (ALFexpress DNA
Sequencer, Pharmacia Biotech) using the primer 5’-
AA TCATTC GTC TGT TTC CCA-3".

Results

All carriers of Hb Lepore had a clinical pheno-
type of thalassemia trait. Their MCV and MCH values
were reduced (Table /). Hb A, level was normal or
decreased, while Hb F was slightly increased. Hb ana-
lysis by electrophoresis on cellulose acetate revealed
the presence of an abnormal Hb fraction, later char-
acterized as Hb Lepore by PCR analysis. Heterozy-
gous carriers of B° 39 mutation had evident anemia,
but unusually mild microcytosis and hypochromia for
this type of mutation (B°). As expected, Hb A, and Hb
F were markedly elevated (5% and 3.2%, respective-
ly). All carriers of B+ IVS-I-110 mutation were clini-
cally asimptomatic. They presented with relatively
mild anemia and moderately reduced MCV and MCH
values. Both Hb A, and Hb F levels were slightly ele-
vated.

In order to elucidate the origin of the most com-
mon thalassemic mutations in the population of
Serbia, haplotype analysis of Hb Lepore BW, ° 39
and BT IVS-I-110 mutation carriers was performed.
We have studied eight linked polymorphic restriction
sites along B-globin gene cluster (Figure 1). In order
to establish the haplotype of thalassemic chromoso-
mes with certainty, nonaffected relatives were inclu-
ded in the study.

Four different haplotypes associated with -tha-
lassemia mutations were detected: two of them were
typical of Mediterranean countries (I and V), and two
autochthonous haplotypes, specific for Serbian po-
pulation, were discovered as well (haplotypes A and
B) (Table II).

Table | Hematological data (average values and standard
deviations), Hb A, and Hb F values for -thalassemia

heterozygotes

Mutation [Gender[No.] Hb(gL) [ MCV(@) | MCH (g [HbA, (%) | HbF (%)
b M [11[1145 + 9.02[66.2 = 3.51[20.35 = 1.50|1.95 * 0.82[2.15 = 0.60
Lepore F |10[1085 + 522(66.0 + 1.53[20.55 = 1.75(1.84 + 0.62|2.16 + 0.51
(OB fusion)

Codon39| M |7 [109.0 + 1.50(67.4 + 3.90| 22.6 + 0.98 |5.0 = 0.25 [4.20 = 4.08
(o)) F_|7]91.0+073/67.0 + 033| 22.1 + 0.33|4.6 = 050 |3.87 = 0.43
VSI110 | M |5 [1285 = 050(66.1 + 1.66| 20.8 + 0.50(4.3 = 0.15 [2.33 = 0.77
(G~A) F |5 [126.0 + 0.90[64.1 + 335 20.9 + 1.05|4.2 = 0.20 |2.30 = 0.60
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Table Il Haplotypes detected in the healthy
and thalassemic population of Serbia

5'subhaplotype 3'subhaplotype
e |5Gy |Gy Ay |wB |3yB| B 3B
Haplotype I [4] [ +| - [-|-| - | - + I
Haplotype V[4] | +| - |- |-| - | - + _
Haplotype A +| - =1+ =1 - + _
Haplotype B + = =+ = = + +

Polymorphic restriction sites: Hincll/e, Xmnl/5'Gy
Hindlll/Gy, Hindlll/Ay, HinclliyB, Hincll/3yp,
Avall/, BamHI/3'B

5"subhaplotype 3 subhaplotype
. GyAy i P B
5 [I?l IRIE— ] O am 3
? Tt 1 i 1
1 23 4 56 7 8

Figure 1. The location of eight polymorphic restriction
sites in the B-globin gene cluster. Sites are numbered from
5’ to 3": 1-Hincllfe, 2-Xmnl/5'Gy, 3- Hindlll/Gy, 4-Hindlll/Ay,

5-Hincll/yB, 6-Hincll/3'yB, 7-Avall/3, 8-BamHI/3B; 5’
and 3’ subhaplotypes are defined by restriction sites
1-6 and 7, 8, respectively.

< 2690 bp
< 1842 bp
< 1060 bp
< 755 bp

Figure 2. Detection of Hindlll/Ay polymorphic site by
1% agarose gel electrophoresis. 1. A/Hindlll/EcoRl DNA
marker; 2. undigested PCR fragment; 3. homozygote
for Hindlll/Ay polymorphism; 2690bp indicates
pUC19 plasmid DNA digested with Hindlll
(control of the restriction enzyme activity)

All analyzed Lepore chromosomes were of the
identical haplotype: haplotype A. Comparing this ha-
plotype with Hb Lepore BW haplotypes reported to
date showed that it differs from all of them. Thus, in
this study a novel haplotype associated with Hb Lepo-
re BW mutation was identified. The specificity of this
haplotype is the presence of Hindlll/Ay restriction site
(Figure 2).

Haplotype analysis revealed that $° 39 thalasse-
mia mutation is mostly associated with haplotype 1
and framework 1. However, in one family, f° 39 chro-
mosomes were found to be associated with frame-
work 2. Two different haplotypes were associated
with B*IVS-I-110 thalassemic mutation: haplotype |
and haplotype B. Also, we have detected the pres-
ence of haplotypes | and V, as well as haplotypes A
and B specific for Serbian population, in normal
betaA/betaA individuals.

Discussion

The results presented in this paper may help the
clinicians as a guideline for differential diagnostics of
thalassemia trait. The hematological values of partic-
ular importance are: MCV lower than 70fL and MCH
lower than 24pg. If these values are consistently de-
creased (despite Fe supplementation therapy) in ane-
mic patient, hemoglobin electrophoresis is recom-
mended, followed by DNA analysis.

Haplotype analyses we present in this paper
have been carried out on B-thalassemia carriers of
common Mediterranean mutations (Hb Lepore BW,
B° 39, |3+IVS—I-110). A number of similar studies
have already provided insights into origin and distri-
bution of these mutations. Beta-globin gene haplo-
types associated with thalassemic mutations were
sporadically studied in former Yugoslavia, too (13).
However, chromosomal background of B-thalas-
semia mutations in Serbian population demonstrates
specificity, not previously reported.

In this paper we present a novel haplotype asso-
ciated with Hb Lepore BW gene. Hb Lepore BW is
common in Mediterranean countries. Up to date, 6
haplotypes associated with Hb Lepore BW chromo-
somes were identified: haplotype V in 34 families of
Spanish, Yugoslavian and ltalian origin (14-16), hap-
lotype [ in 23 ltalian families (15), haplotypes VI and
VIl in Italian families (15) and two unique haplotypes
(in a Hungarian individual and in one Black family)
(15). A multicentric origin of this mutation has been
suggested (16). In order to elucidate the origin of Hb
Lepore BW mutation in Serbia, the 5" and 3’ subhap-
lotypes were taken into consideration as independent
entities (see Figure 1). We have detected two diffe-
rent 5’ subhaplotypes: the first one, typical for both I
and V haplotypes, and the second, autochthonous 5’
subhaplotype present in both haplotypes A and B.
There were also two 3’ subhaplotypes: the one typical
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for haplotype | and the other typical for haplotype V
(see Table II).

All Serbian Hb Lepore BW genes are associated
with autochthonous 5’ subhaplotype and 3’ subhap-
lotype typical for haplotype V. We have previously
shown that they are also associated with framework 2
(17). The Hb Lepore BW gene associated with haplo-
type V and framework 2 was virtually the only type
found in Eastern ltaly and former Yugoslavia (13, 16).
Considering the fact that two different haplotypes
containing autochthonous 5’ subhaplotype (A and B)
as well as haplotype V were detected in healthy Ser-
bian population, two possible hypotheses could ex-
plain the origin of Hb Lepore BW mutation on a novel
chromosomal background.

There is a possibility that unequal recombina-
tion or gene conversion occurred between two chro-
mosomes with haplotypes A or B and Hb Lepore
mutation associated with haplotype V, respectively,
producing new chromosomal background for Hb Le-
pore mutation. The fact that the probable site of re-
combination could have been in the 9,1 kb segment,
which has been defined by Chakravarti et al. (18) as
a hot spot region for nonuniform recombination in
B-globin gene cluster, supports this hypotesis.

However, the mutation might have arisen de
novo, by a single independent mutational event in a
healthy individual with haplotype A and spread in the
population. The high frequency of Hb Lepore BW
hemoglobin variant in Serbian population, the homo-
geneity of Hb Lepore BW haplotype (no haplotype V
was detected), as well as its uniqueness, suggest its
independent origin. The finding that Hb Lepore BW
chromosomes are concentrated in particular geogra-
phical region of Serbia also supports this hypothesis.

It has been proposed that f°39 mutation origi-
nates from Italy (19). Our data suggest Western Me-

diterranean (ltalian) origin of this mutation in Serbia.
Chromosomal background of $°39 mutation in our
population is similar to the one found in other Medi-
terranean countries. However, in one family (°39
chromosomes are found to be associated with frame-
work 2. Although mutation spread almost never invol-
ves a change of -globin gene framework, the excep-
tion has been detected (19). To the best of our know-
ledge, this is the first report of the association bet-
ween framework 2 and 3°39 mutation. This example
of mutation spread from one beta-globin gene frame-
work to another, within a population, may be due to
inter-allelic gene conversion events or recurrent mu-
tation (19).

BTIVS-I-110 mutation is previously reported to
be of Eastern Mediterranean (Turkish) origin and
associated with haplotype I (20). In this study, B ™ IVS-
I-110 mutation is found to be associated with two dif-
ferent haplotypes. Actually, these two haplotypes dif-
fer only in their 5’ subhaplotypes: one is typical for
haplotype I, and the other is 5’ subhaplotype from
haplotypes A or B. The likelihood that this haplotype
dimorphism associated with the same p-thalassemia
mutation is a consequence of random mutation is
very low. The diversity of haplotypes associated with
BT IVS-I-110 mutation, would then be generated by
recombination events (crossing-over or gene conver-
sion) between the original B-thalassemic chromo-
some (haplotype [) and the 5’ subhaplotype charac-
teristic for normal population of Serbia.

Although thalassemia syndromes are sporadic
disorders in Serbia, they reflect numerous historically
documented migrations over Balkan Peninsula and
yet show autochthonous features.

Acknowledgements. This work was supported
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BIOHEMIJSKI FENOTIP | POREKLO TRI NAJCESCE
BETA-TALASEMIJSKE MUTACIJE U SRBIJI
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Kratak sadrZaj: Molekularna (DNK) karakterizacija talasemija je najpouzdaniji metod za dijagnostiku
ove grupe oboljenja. Kako su talasemije vrlo heterogene, hematoloski podaci i dodatne biohemijske analize su
od esencijalne vaznosti za njihovu diferencijalnu dijagnostiku. U ovom radu su prikazani hematoloski parametri
i biohemijske karakteristike nosilaca tri naj¢e$ée B-talasemijske mutacije u Srbiji (Hb Lepore, 3°39 i pTIVS-I-
110) koje je neophodno uzeti u obzir u pocetnom koraku postavljanja dijagnoze kod talasemicnih pacijenata.
Pored toga, ovaj rad predstavlja detaljnu analizu diverziteta haplotipova B-globinskog lokusa kod nosilaca
najcescih B-talasemijskih mutacija i zdravih betaA/betaA osoba u Srbiji. Identifikovan je novi haplotip asociran
sa Hb Lepore-Boston-Vasington genom u srpskoj populaciji. Ovi podaci idu u prilog hipotezi o multicentricnom
poreklu ove mutacije. Mutacija je nastala de novo u hromozomskom kontekstu koji je karakteristican za popu-
laciju u Srbiji.Takode je pokazano da su dve najée$ée mediteranske mutacije, °39 i B TIVS-I-110, verovatno
»uvezene« u populaciju Srbije iz Italije, odnosno Turske, istorijskim migracijama i seobama naroda.

Kljucne reci: B-talasemija, haplotip, Hb Lepore
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UPUTSTVO AUTORIMA

»Jugoslovenska medicinska biohemija« objavljuje ori-
ginalne nauéne i struéne radove iz oblasti klini¢ke
hemije, medicinske biohemije i drugih srodnih disci-
plina u kojima se primenjuju hemija, biohemija, mo-
lekularna biologija i imunohemija za izuéavanije nor-
malnih i patoloskih procesa u humanom organizmu.
Na predlog recenzenata radovi se klasifikuju u sle-
deée stalne kategorije &asopisa: a) liéni stav, b) pre-
gledni ¢lanci, ¢ originalni nauéni radovi, d) struéni
radovi, e) predhodna saopstenja, i f) izlaganja sa
nauénih skupova. Casopis objavljuje obavedtenja,
prikaze knjiga, izvestaje o radu DMBSCG, IFCC-a i
drugih srodnih organizacija, pisma uredni$tvu, kao i
informa-cije o novinama u oblasti proizvodnije reage-
nasa i in-strumenata iz oblasti klinicke hemije.

Svi radovi se $alju Uredni$tvu Jugoslovenske medi-
cinske biohemije, Zavod za medicinsku biohemiju,
Farmaceutski fakultet, Vojvode Stepe 450, 11221, Beo-
grad, Fah 146.

Prispele radove Redakcijski odbor 3alje dvojici re-
cenzenata anonimno. Rukopisi koji ne zadovoljavaju
utvrdene kriterijume vratiée se autorima na preradu,
ako tako predloZe recenzenti.

Prvi ofisak &lanka se 3alie autoru radi ispravke.
Rukopisi se ne vraéaju.

1. Tekst rada

Citav rad, ukljuéujuéi sve priloge treba poslati u dup-
likatu i to original i odgovarajuéu fotokopiju rada.
Original mora da sadrzi sve priloge izradene na
nacin opisan pod 2. Rad treba da bude otkucan sa
dvostrukim proredom, tako da na jednoj stranici bude
najvide 30 redova; s leve strane treba ostaviti beli rub
$irok oko 4 cm. Pregledni ¢lanci i originalni radovi
mogu da imaju do 15 kucanih strana, a ostali do
osam strana sa svim prilozima. Radovi moraju da ima-
ju sledeéi sadriaj:

1.1. Noslov rada treba da bude jasan i $to kradi,
otkucan na posebnom listu papira s imenima autora
koji se navode prvo punim imenom, zatim prezime-
nom. Ispod toga treba navesti taéan naziv ustanove
u kojoj je rad uraden. Na dnu stranice treba napisati
adresu autora sa kojim ée se vréiti korespodencija.

1.2. Na posebnoj stranici se priloze kratak sadrzaj,
koji ne sme da bude duzi od 120 re&i. Ne sme biti
opisan, ve¢ mora da sadrzi sve bitne ¢&injenice iznete
u radu: kratak i precizan prikaz problema, metode ra-
da, bitne rezultate i osnovne zakljugke.

1.3. Kratak sadrzaj na engleskom jeziku se takode
priloZe na posebnoj stranici papira. Treba da sadrii i
naslov rada na engleskom jeziku.

1.4. Kljuéne reéi se navode ispod teksta kratkog
sadrZaja bilo da je na srpskom ili engleskom jeziku.
Treba navesti od 2-5 klju¢nih reéi koje su znadajne
za brzu identifikaciju i klasifikaciju sadrzaja rada.

1.5. Uvod rada treba pisati jasnim jezikom uz na-
vodenje sustine problema i svrhe istrazivanja. U uvo-
du se navode poznati radovi koji su u vezi sa opi-
sanom problematikom.

1.6. U eksperimentalnom delu treba detaljno opi-
sati kori$éene materijale i matode. Ako su primenjene
metode poznate u literaturi nije ih potrebno detalino
opisivati, ve¢ navesti izvorni literaturni podatak. Ako se
u radu prikazuje nova metoda ili modifikacija po-
znate metode potrebno ih je detaljno opisivati. Ako je
u radu primenjena statisticka analiza rezultata potre-
bno je navesti koje su metode primenjene.

1.7. Rezultate treba jasno i precizno prikazati.
Znadajnost rezultata treba obraditi statisti¢ki. Rezulta-
te treba izraZavati u skladu sa medunarodnim mernim
sistemom (Sl).

1.8. U diskusiji treba interpretirati dobijene rezultate
i njihovo poredenije sa postojeéim rezultatima prema na-
vedenoj literaturi. Na osnovu ovako uporedenih rezulta-
ta treba iskazati zakljuke do kojih se u radu dolo.

1.9. U celini rad treba pisati u treéem licu i izbe-
gavati pasivne glagolske oblike.

2. Tabele i slike

Rad treba da sadrZi razuman broj slika i tabela.

2.1. Tabele se piSu na posebnom listu papira.
Oznadavaju se rimskim brojevima. U zaglavlju tabele
treba napisati kratak informativan opis (legendu). U
tabelama ne treba koristiti skraéenice, osim uobiéaje-
no usvojenih prema nomenklaturi i S| sistemu. U
tekstu treba naznaéiti mesto gde dolazi odgovarajuéa
tabela.

2.2. llustracije (slike, crtezi) se oznaéavaju arap-
skim brojevima prema redosledu kako se u tekstu
pojavljuju (u tekstu treba naznaditi mesto ilustracije).
Na posebnom listu papira redom treba navesti sve
legende (opise) prilozenih ilustracija.

Prilazu se crno-bele fotografiie na sjajnom, kvalitet-
nom papiru. Na poledini slike treba mekom olovkom
napisati broj slike i naslov rada i ime autora. Criezi se
izraduju tuSem na paus papiru i prilazu se originalu.
Slova i znakovi moraju da budu jasni, jednake veli-
&ine i odgovarajuéih proporcija za $tampu. Na vrhu
crtefa treba napisati ime prvog autora i pomodu
strelice oznaditi vrh slike ili crteza.

3. Podaci o literaturi

Popis literature se pie na posebnom papiru prema
redosledu javljanja u tekstu.

Literatura se u tekstu oznaéava arapskim brojevima u
zagradi, prema redosledu pojavljivanja. U popisu ci-
tirane literature podatke poredati po redosledu po
kojem se prvi put pojavljuje u tekstu. Za naslove ¢a-
sopisa koristiti skraéenice prema Index Medicusu (List
of Journals Indexed). Jugoslovenski &asopisi koji se ne
indeksiraju u ovoj publikaciji skraéuju se na osnovu
Liste skraéenih naslova jugoslovenskih serijskih publi-
kacija. Vankuverska pravila precizno odreduju redo-
sled podataka i znake interpunkcije kojima se oni
odvajaju, kako je u nastavku dato u pojedinim pri-
merima. Navode se svi autori; ukoliko ih je preko Sest,
navesti prvih $est i dodati »et. al.«.
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Primeri:
Clanci u ¢asopisima

- Standardni ¢lanak
Goate AM, Haynes AR, Owen MJ, Farral M James LA, Lai LY,
et al. Predisposing locus for Alzheimer's disease on chro-
mosome 21. Lancet 1989; 1: 352-5.

- Organizacija kao autor
The Royal Marsden Hospital Bone-marrow Transplantation
Team. Failure of bone-marrow graft without preconditi-
oning in posthepatitis marrow aplasia. Lancet 1977; 2:
742-4.

- Nisu navedena imena autora
Coffee drinking and cancer of the pancreas (editorial).
BMJ 1981; 283: 628.

 Volumen sa suplementom
Magni F, Rossoni G, Berti F. BN-52021 protects guinea pig
from heart anaphylaxis. Pharmacol Res Commun 1988; 20
Suppl 5: 75-8.

- Sveska sa suplementom
Gardos G, Cole JO, Haskell D, Marby D, Pame SS, Moore P
The natural history of tardive dyskinesia. J Clin Psycho-
pharmacol 1988; 8 (4 Suppl): 315-37S.

Knjige i druge monografije

- Jedan ili vise autora
Eisen HN. Immunology: an introduction to molecular and
cellular principles of the immune response. 5th ed. New
York: Harper and Row, 1974: 406.

- Urednik(ci) kao autor
Danset J, Colombani J, eds. Histocompatibility testing 1972.
Copenhagen: Munksgaard, 1973: 12-8.

- Poglavije u knjizi
Weinstein L, Shwartz MN. Pathologic properties of inva-
ding microorganisms. In: Soderman WA Jr, Soderman WA.
eds. Pathologic physiology: mechanisms of disease. Phi-
ladelphia: Saunders, 1974: 457-72.

 Rad u zborniku radova
Harley NH. Comparing radon daughter dosimetric and risk
models. In: Gammage RB. Knye SV. eds. Indoor air and hu-
man health. Proceedings of the Seventh Life Sciences Sym-
posium: 1984 Oct 29-31; Knoxville (TN). Chelsea (Ml): Lewis.
1985: 69-78.

- Disertacije i teze

Cairns RB. Infrared spectroscopis studies of solid oxygen.
Dissertation. Berkeley, California; University of California,
1965.

UREDNISTVO



Jugoslov Med Biohem 2004; 23 (4)

405

INSTRUCTIONS TO AUTHORS

»Jugoslovenska medicinska biohemija« is the journal
publishing scientific and specialized articles on all as-
pects of clinical chemistry, medical biochemistry and
related scientific disciplines where chemistry, bioche-
mistry, molecular biology and immunochemistry are
dealing with the study of normal and pathologic pro-
cesses in human beings. All manuscripts are reviewed
and after final decision are classified in the following
categories: a) personal view, b) review articles, c) ori-
ginal papers, d) professional papers, e) preliminary
reports, and f) review of scientific meetings. There are
also different reports and news, book reviews, reports
on the activity of the Society of Medical Biochemistry of
Serbia and Montenegro, IFCC and other related orga-
nizations, letters to the editor, and information about
innovations, new reagents and instruments in the field
of clinical chemistry.

All manuscripts should be addressed to:

The Editor, »Jugoslovenska medicinska biohemijax,
Department of Medical Biochemistry, University School
of Pharmacy, Vojvode Stepe 450, 11221 Belgrade, PO.
Box 146, Serbia and Montenegro.

All manuscripts will be reviewed by two anonymous
reviewers. Manuscripts which do not satisfy the pro-
posed criteria will be returned to the author for adap-
tation to reviewers suggestions. Final decision for pu-
blishing will be made by the Editorial Board.

The author will receive first proofs for correction.
Manuscripts are not returned.

1. Manuscript Preparation

The complete manuscript, including enclosures,
should be sent in two copies (original and a photo-
copy). Enclosures to original copy should be prepa-
red according fo instructions given in section 2. The
manuscript should be typed or printed double-spa-
ced (30 lines on a page), with a 4 cm left margin.
Review articles and original papers should not exceed
15 pages and other articles 8 pages, including all
enclosures. The manuscript has to be arranged as
follows:

1.1. The title should be short and clear, and typed
on the separate sheet, with full names of authors, fo-
llowed by the name of institution. Exact postal ad-
dress of the author to whom communications should
be sent is typed at the bottom.

1.2. A summary should be short and clear, typed
on the separate sheet, not exceeding 120 words. The
summary should point to the problem, methods, results
and discussion.

1.3. A short summary in Serbian language should
be typed on the separate sheet, beginning with the
Serbian title.

1.4. At the end of the Serbian and English sum-
maries up to five key words should be written for in-
dexing purposes.

1.5. Introduction should be clear, pointing to the
essence of the problem and the purpose of the
study. References related to the problem discussed in
manuscript should be cited.

1.6. The experimental part should include descrip-
tion of material and methods used. If methods are
widely known, they should not be described, but only
references indicated. If the article deals with a new
method or modified method, full description should
follow. Methods used in statistical analyses should be
indicated.

1.7. Results should be precise and clear, statisti-
cally processed and expressed according to the In-
ternational System of Units (SI).

1.8. Results should be discussed and compared to
reference results. Conclusions should be drawn on the
basis of these comparisons.

1.9. The manuscript should be written in the third
person and passive tense avoided.

2. Tables and figures

The number of tables and figures should be rati-
onal.

2.1. Tables are typed on separate sheets, with the
table number in roman numerals, and title centered
above the table and explanatory note below the
table. Abbreviations are not used in the tables, ex-
cept the accepted nomenclature and S| system.
Place of tables in the text should be indicated.

2.2. Figures and graphs are submitted on sheets
separate from the text, with the figures and graphs
number in arabic numerals, and place in the text
indicated. Figure and graph legends are typed on
sheets separate from the text.

Black and white photographs of good quality are
submitted. The first author’s name, figure number and
top location are indicated on the back of each illustra-
tion.

Original drawings, made in India ink on tracing
paper, are submitted. Letter symbols and signs should
be bright, of equal size and appropriate printing pro-
portions. The first author’s name, drawing number and
top location are indicated on the back of illustration.

3. References

References are typed on sheets separate from the
text and follow the text. References are identified in
the text by arabic numerals in parentheses, and num-
bered consecutively in the order in which they are
mentioned in the text. If one reference is cited seve-
ral times in the text, the same number is indicated in
parentheses.

Citations such as »personal communication«, »un-
published data« or »in press« are not accepted. Ab-
breviations of journals conform to those used in Index
Medicus (List of Journals Indexed). After the volume,
first and last page of the cited article are indicated,
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followed by the year of publication. Vancouver rules
precisely determine the order of data and punctua-
tion marks as given in examples. List all authors if six or
less; otherwise list first six and add »et al.«.

Periodicals:

» Example for articles in journals
Goate AM, Haynes AR, Owen MJ, Farral M James LA, Lai
LY, et al. Predisposing locus for Alzheimer’s disease on
chromosome 21. Lancet 1989; 1: 352-5.

» Example for institution as author

The Royal Marsden Hospital Bone-marrow Transplantation
Team. Failure of bone-marrow graft without preconditi-
oning in posthepatitis marrow aplasia. Lancet 1977; 2:
742-4.

» Example for articles without authors' names

Coffee drinking and cancer of the pancreas (editorial).
BMJ 1981; 283: 628.

« Example for volume with supplement
Magni F, Rossoni G, Berti F. BN-52021 protects guinea pig
from heart anaphylaxis. Pharmacol Res Commun 1988;
20 Suppl 5: 75-8.

» Example for number with supplement
Gardos G, Cole JO, Haskell D, Marby D, Pame SS, Moore P

The natural history of tardive dyskinesia. J Clin Psycho-
pharmacol 1988; 8 (4 Suppl): 315-37S.

Books and monographs

» Example for one or more authors
Eisen HN. Immunology: an introduction to molecular and
cellular principles of the immune response. 5th ed. New
York: Harper and Row, 1974: 406.

« Example for editor(s) as author(s)
Danset J, Colombani J, eds. Histocompatibility testing 1972.
Copenhagen: Munksgaard, 1973: 12-8.

» Example for chapter in a book

Weinstein L, Shwartz MN. Pathologic properties of inva-
ding microorganisms. In: Soderman WA Jr, Soderman WA.
eds. Pathologic physiology: mechanisms of disease. Phi-
ladelphia: Saunders, 1974: 457-72.

» Example for articles in the proceedings
Harley NH. Comparing radon daughter dosimetric and risk
models. In: Gammage RB. Knye SV. eds. Indoor air and
human health. Proceedings of the Seventh Life Sciences
Symposium: 1984 Oct 29-31; Knoxville (TN). Chelsea (MI):
Lewis. 1985: 69-78.

» Example for dissertation and thesis

Caims RB. Infrared spectroscopic studies of solid oxygen.
Dissertation. Berkeley, California; University of California, 1965.
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