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IZOLIIClJA I UMNA2ANJE STIIRE D'JA 17 MUZEJSKIH PREPARATA
ZII GE'JETICKA ISTRAZIVIINJII CRVE OKIJUN[ G;\lICE
(Aves: Cor'vidae: PyrrhocoraJ. J)'yrrhocorax)

I. !OfT1a(AOI"(, Z radii? I 1--1. Bruf()fd'
'Zalod?a animalnu fiZiOloJ]/ju. Pr/rooos/Olno-matemalltfd fa/..uhet 5l/eut/fma u
Za(Jrebu, ROOSCl-el/ov trg 6, /-IR-l0000 Zagreb. HnatsM (!l'f1d@b/olpmfhr.
ztadlC@publiuf[e.hrJ. lcardlffUnil-ersilv School of8iOs(/cnccs, Main BUilding.
Museum Avenue. PO Box 915, CardiffCFlO JTl. UK (8ruford MlWcardifracukl

Muzejski preparali predstavljaju izuzelno vrijedan izvor podataka za
popularijsko-Qcncli(ka Istrazivanja s vremenskoQ stanovl~la. Svrha ovug
iSlrailvanja jest ispitali upotrebljivOS\ rnetode za iZolaCiju I umna1'anjc DNA iz
kOlt' muzcjskih plica za dalJnje Qencli[ke analize, posebiec La sekvenciranJe
mtDNI\. blldLivdnjem su obuhvaCena 24 muzejSka primjCrka iz muzeja The
Natural HIstory Museum. Velika Britanija. ad kOjih su 22 primjerk.a bile jedinke
vlsle uvenokJjuna gallca (PyrrhOCOrdYpyrrhocorcro, a dva prlmJerka su pripadala
vrstl lutokljuna Qaliea (P Qraculusl. NajSlariji primjerak poljece Iz 18R Qodine.
a najmladi iz 1946. laboratorljskl dlo istral:ivanja proveden je u laboraloriju
namijCnjenom iskljuCivo za rad sa slarom DNA kaka bi se Izbjegla mOQuca
kontaminacija uzoraka danaSnjom DNA ili proizvodima reakclje PCR. DNA jC
izolirana iz komadiea kaie u7el~Sventralne strane no~n~ prsta. Dio kanlrolne
reglje mtDNA umnoien jC rCakcijOm peR u prisuSlvu spceifjcnlh DNA kJica.
Prolzvodi leakclje I'CR razdvajanl su elektroforczom u agaroznom gelu i bajani
ctidij-bromidom. Proizvodi reakelJe dobivcni su Iz 22 uzorka. Ova uzorl::.a nisu
dala prolzvod, vjerojatno uslijcd uznapredovale razgradnje 0 A iii uslijed
prlsusrva Inhibitora reakclJe PCR. Naknadnim sekvenCiranjem proizvoda rcakcije
PCR Ulvrc1cno jC postojanje 6 haplolipova. Slijepa proba I negatlvna kontrola
potvrdilc su da nlli u jednom slucaju nije do~lo do kOnlaminacijc uzoraka. DNA
Jc usPjesno izolirana iz uzoraka koie i umozena reakeijOm peR u gotovo 92 %
uzoraka. Ovim istraiivanjem pokazalo se da se uz primjerene melode moie
post lei vrlo dobar uspjeh pri radu sa starom DNA. Kvallteta ovako dobivene DNA
dovoljno je visoka za prlmJenu u zahtjevnijim laboratorlJsklm poslupcima kao
SIO jC sekvenciranje.

EXTRAGION AND AMPLIFICIITION or IINCIENT DNA fROM
MUSEUM SKINS rOR USE 1 GE ETIC STUDIES OF niE CHOUGH
lAves, Corvidae, Pyrrhowrax pyrrhocoraxl

l T0ma5krn4(!, Z Tad/(? andM. 8ruford
'Department ofAnimal PhyS!O/ogy- Facultyof SCience Unll..-erSilyof Zi1f1reb.
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Roosevellov Irg 6 70000 HR·!OOOO Zagreb, Croalia fivna@blo/'pmfhr;
zladic@publicsrf-e.hr! lCdrdiff Univer511y Sf-hool ofBiosCiences, Main Building
Museum Avenue, PO Box 97!J: CardiffCf70 JTL UK fBfL/ford MW@cardiffacuk)

,Iv\useum skins represent an invaluable source of data for temporal population
Qenetic studies, I tere we evaluate a DN;\ extraction and amplification protocol
from avian museum skins for further use in genetic analysis, namely sequencinQ
of mIDNi\. T\lventy-four museum specimens trom the Natural History Museum,
UK, were Included in this studv, 22 ot which \'>:ere choughs (Pyrrhocorax pyrrhocora'0
and t\VO were alpine choughs (P graculus). The oldest specimen had been col
lected in 1874 and the most recent in 1946. }\lIlaboratory work was carried out in
an ancient DNA lab following strinQent standards to avoid contamination with
recent DNA or PCR products. DNA was extracted from small pieces of footpad skin
and mtDNA control reQion was amplified by means of PCR with a pair or specific
primers, pef.:. products were resolved in aQarose gel and stained wiLh eLhidium
bromide. Product.s were yielded from 22 samples. Two samples did noL yield prod
ucts, either due to LJNA deqradation or the presence of Inhibitor substances. Sub
sequent sequencinQ 01 peR ploduCIS revealed six dilrcrent haplotypes. The blank
and thc n('q<1tivc control confirmed IhaL Ihere was no conlaminalion of the samples
in either step 01 the process. In aiL DNA was successrully exLracted and amplified
from almost 92 % or Lhe samples. Our study shows that a high success rate In
working with ancienI DNA can be achieved by rollowinQ adequate laboratory stan
dards and procedures, The DNA obtained in this way can be or good enouQh a
quality for use in more sensiLive procedures such as sequencing.
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MOLEKUlilRNI BllJEZI U POPUlACIjSKO-GENETILKIM
ISTRilLIVANJIMA CRVENOKlJUNE GALICE
(Aves, Corvidac, f'yrrhocorax pyrrhocoraxJ

I. ThmaskoviC, I. BasiC i M. Bruford
I,(avod za animalnu fiziologiju, Prirodoslovno-malcmaticki fakultel Sveucili5la u
,(agrebu, Rooscvellov I(q 6, 70000 Zagrcb, I-Irvalska (ivna@bio!pmfhr,
ibasic7@Yahoo.comJ, jCardilt University School o(Bioscicnce£ Main Building
Museum J1lrnuc, PO BO>. 975, Dlrd/flCF70 JTL, UK fBruford MW@c.ardiffac.uk)

Populacijc crvenokljune galice (Pvrrhocorax pyrrhocorax) u sVijetu su
fragmentirane I u opadanju. Smanjenje brilanske populaCije bilo jc vrlo snazno, te
se ona danas proejenjuje na svega 340 parova. Poznavanje genelske raznolikosti
populaclja neophodno je prilikom odabira nacina upravljanja populacijama u svrhu
njihova oLuvanja i OLuvanja vrsLe. (ilj OVOI,( istrazivanja biu je ispiLali primjenjivosl
dva tlpa molekularnih biljega u populacijsko-Qenetickim istrazlvanjima crvenokJjune
galice: konLrolnu reQiju mIDNi\ i postojece mikrosatelitske lokuse. DNAje izolirana
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