cwpirf  Paternity testing using microsatellite DNA in alpacas
(Vicugna pacos)

UNIVERSITY

PRIFY
SONORA CAERDY® J. Rodriguez', C. Dodd’, R. Rosadio', J.C. Wheeler' and M.W. Bruford®

'CONOPA, Los Cerezos 106, Lima 03, Peru, webmaste
‘School of Biosciel . Cardiff University, Cardiff, U.

‘I'lble A:. ﬁ.llele nulnbel | and {EP and EPa),
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breeders, as wellas for the P of breed registries. Over the past decade, many DNA M LCA 18 G548 B ?';." o708
based have bean ped and put into practice utilizing polymerase chain s
reaction (PCR). Mi ts (STRs), are repeat sequences of up L 9 0,624 8y 0.786
to six base panra (Hancock, 1991] U\mn amplified by PCR and observed through gel YWLL 40 0.408 0.660 0.604
n be inthe number ofthe YWLL 46 0174 o 0.383 0307
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In most countries, including the U.S5.A, Canada, United M3 YWLL 43 0.452 0304 0638
gmgdufn and ﬂuslnTha wverification of pemni:dne using LCAS 0575 0.809 0.744
. normal I is required to place
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In the pfasanl study, use of DNA analysis to oamhr the Al 18 paternity cases were resolved {Figure 1) T-‘aur errors (22%) in parentage assignment were
y of one such regisiry has revealed g relative to the tation, In one case itwas not possible
to determine the true father because he was nnl among the sarmlos pro\rldnd These results
clearly demaonstrate the necessity of DNA testing to ensure and

the parentage of registered animals.
MATERIALS AND METHODS

Genomic DNA from 47 alpacas (Vicugna pacos)(11
fathers, 18 mothers, 18 offspring)registered at IVITA's
Marangani Research station in Canchis Province,
Cusco, Peru, was extracted from bioed using the
ULTRACLEAN DNA Blood Spin Kit ® (Mo Bio Inc). Ten
microsatellite loci (LCA18, LCA22, LCAS, LCA23,
YWLLOB, YWLL29, YWLL36, YWLL40, YWLL43 and
YWLL4E) (Lang et al., uass. Penedo ef al, 1998) were

lified in three multi FCR with the
QIAGEN Muttiplex PCR Kit® (QIAGEN) and 10 pl made
up of: 25 ng genomic DNA, 2mM of each primer {one
labelled at the 5' end with a fluorochropher) and 5 ul
QIAGEN Multiplex Kit Master Mix.

PCR followed using the protocol: 1 cycle of 95°C for 15
minutes; 25 cycles of 84°C for 30 seconds, 61°C (for the
first multiplex) and 53°C (for the second and third

LEAZ3 LCA22 YWLL 36
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"M'ﬁ“,'.h:b;::: ':;‘:‘:;:?:fssg:‘g zg:czam;r?;xzuri {a) Locus LCAZ3 labeled with fluerechrophor TET. The samples correspond to: 1383 (Father),
mp® i 1408tMoIherixnd1435(0ﬂsunng) (b) Locus LCAZ22 labeled with fluerochrephor FAM. (c) Locus
tharmrogycler madel 8700 Genary fFrakin Elmer). YWLL3E HEX. Y axis| amplification intensity in flucrescence
units,
PCR products were separated in a 4.25% polyacrylamide gel
(Gene Page® - AMRESCO) at 1000 V in TBE 1X using ABI 377 CONCLUSIONS
DNA & (Applied Bi Allcle sizes were
Analysis of ten microsatellites (LCA18, LCA22, LCAS LCA23, YWLLDS, YWLL28, YWLL3S,
dmrmnad uslrlg ABI Ganotyp:r:? w25 (Applle:i Elusyﬁlarrs} YWLLA0, YWLL43 and YWLL46) pormits pa v with an h probability of
and polymarghi : (FIC) wea cajculmied Using :nuly&::::xmn:cmsatellﬂss (YWLL43, LCAS, YWLLOB. LCA 22, LCA 23 and YWLL 36) in two
Cenrus2 o F‘amnlageanulysﬁ@ plox PCR . with 9637,
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