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INTRODUCTION

According to the Scientific and Standardization Comwmittee of the (nternational Soctety ow
Thrombosis and Haemostasis (ISTH), wmild haemophilia A or B is defined as a reduction of clotting
factor VUL (FVIL) or factor X (FIX) levels to between >0.05 and 0.40 U ML

Despite 50% of attected haemophilia patients have a wild phenotype, published data own these patients

are nowadays itnsufficient and mutations are deseribed occasionally. n our study we characterised
mild haemophilia patients followed at Hub Haemophilia Centre of Parma: 75 patients (44 Lndex cases)
with haemophilia A and 7 (5 tndex cases) with haemophilia ®.

METHODS
we performed wolecular analysis on the
DNA extracted from EDTA peripheral
blood samples; polywmerase chain reaction
(PCR) was performed on all 26 F& exons
lncluding tntron/exon boundaries as well
as 5 and 3’ regulatory gene regions.
Amplicons analysis was performed with
Denaturing High Performance Liquid
Chromatography (PHPLC) and then with
direct sequencing on samples with a
DHPLC profile different from that of a
normal control. One hundred wild-type
chromosomes  from  healthy  control
subjects, without bleeding defects but
from the same ethnic background, were
Lnvestigated to exclude that a new variant
could represent a common polymorphism.
Exon 13  oduplication was performed
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Denaturing
chromatographic technique for the separation and analysis of DNA {ragments
with ditferent length and/or base composition, allowing for mutation detection
anol SNP discovery.

The principle of fragment separation lies in the ability of the separation cartridge
to bind double stranded DNA and release it as the helix of the wolecule s
wawound. The DNA is eluted from the column as an tnereasing concentration of

High Performance Liquid Chromatography

acetonitrile ftlows across the wmatrix.  Heteroduplexes formed in heterozygous
samples will elute before homoduplexes, appearing ideally as two or more peakrs tn
electropherograms. The mutant sample contains a double peak due to the presence
ot heteroduplexes that release from the column earlier than homoouplexes.
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according to Acquila (Haematologica ser [ =4 r -'{ 2 i
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2004). Mutations were classified as e =T fi--“';w"l;a!% | ||'|,-'||'J' i wi'f“:
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2002). RESULTS AND CONCLUSIONS
Nucleotidic  Exon Predicted Predlitected nhibitors P » ’ P p y, ’
change  No. effest cffet (Yes/No) causative mutation was tdentified in &4 patients (35 index
(HqVvs (Hamsters ’ ’ ’ ’ ’
omenclaturt)  momaselaturd) cases). The screeming was terminated tn € patients (& Lndex
C.A09A> G 4 p.TurizFAla P.Thri18ALA N ’ ’ =
cA44EC>G 4 pProl49AIY p-Pro120A1g N cases) but no mutation was oetected. n 2 patuewts the C{MLHSLS
C.545A> G 4 PASPLERALN PASPLEZALR N ,
CASEPASC 10 palytdAg Ptz N was wot concluded yet. The detection rate was €5%. We found
C.15EFA=>C 11 ‘P.LBSEE_QAEW ‘P.LBEE:LGAEW N , , » » »
ACASCHT AL pAvgsSDOys  pAvgS3ICy; Y put 18 wmilssense mutations, one wnucleotidic change n the
c1F00T>C 11 p.les5eFThr p-Iles4gThr N , , , , )
amicoT 12 pageistys  pagmso Y termination codown(table 1), a wmutation in promoter region
L.512=245> 14 PpANGL LS p-AY9le LS N , , , p
0.ERFOT>G 15 pPheLFSFCYs  pPhelFE2Cys N (RLGOC{YQ[L,JTH :20(,29) , EXon 13 dbfPLLGatLDW anol one SH.SPBGth
C.5405A>G  1e Pp.TYriE02CYs P-TYrL7€3CYs N , ) ” , , , , by S
o 1 Loser  hoere criptic splice site. Sowme of them are tnvolved in inhibitor
Sl development (R550C, Re12C, R169H and V2251A). All 9
DY - ooy Lmestorcs M patients, with mutation in the promoter region show DPDAVP
L.6752T>C 25 p.valeas51Ala p-Valarz24Al0 Y Ve SiSta WCP.
C.FO54T>C 26 PXR23I52RextX* 34  p.X2333ReXEX*24 N
o SIRSST m plecmstec plLewsottec N In conclusion, genetic screening ts a useful tool for clinical

missense mutations , nuceleotidie change Lin the termination codown, suspected criptic splice site / / ' B4 ’
b " P overview of mild haemophilia patients.
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