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, wadays, donkeys and mules are essential for transportation in poor, arid, ¢ R——— N————
rough regions around the ‘world although, in developed countries, this pa.zkxanlm ISR 0 i 114 )
’ longer required. As a consequence, not only individual breeds are endange’red. but also the |- Emm i it iEiit B TIT ~— S E
whole species is heading for extinction. One of the first stages u} consefvatlon program o -,
‘ endangered breeds is the evaluation of their genetic variability. * s N JIITIN RN
) In thlS StUdy we propose a mUItIpIeX PCR InCIUdlng a Sel\Of 22 mlcrosatelllte mar kErS aIIeIe!‘in. donkey and a very HTG10 shows similar number of alleles and length HMS5 shows more a||e|es'in. &onkeys in a length
(AHT4, AHT5, ASB23, COR112, COR214, HMS2, HMS3, HMS5, HMSS6, ‘HM , HMS18, HTGE % _ s oy g e g anin horse
TG7, HTG10, HTG15, LEX27, LEX33, TKY297, THY312, TKY321, UCDEQ(CA)42¢ ORI E EEEiIINinn
- VHL20), specifically designed for donkey, to be co-amplified simultane y in a m Itipl S R C— kbl e
i - PCR. Primers sequences were re-designed to achieve a final configurationsallowing & — = __ IINNQINY .
- markers to be analyzed together. - 1 LI(INNN s TRLQONNONNY s Innnannn . |
: . The proposed mlcrosahellltes were all well-amplifiec e | | ey e e T
" microsa Iltes used in this study were amplified and were polymo 1 U8 F B BN 11
domesti qon key breedS . " r with a |e'r:g'th range | | HTG15 shows similar number and length range of | | HTG7 shows m:; alleles in donkeys in a length
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PCR n'rddu ere analyzed with an ABIPris
Biosystems gults rpretation was performed by
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Donkey 22plex

Chromosome Number |Concentration

Microsatellite 5' Modified Forward Primer Reverse Primer ) Range H PIC PE(%)
in Horse of alleles| (pnMolar)

5' 6-FAM CAAGTCCTCTTACTTGAAGACTAG 3' 5' AACTCAGGGAGAATCTTCCTCAG 3 20 72-86 3 0,042 0,41125 | 0,34481 | 18,3204%
5' 6-FAM AACCGCCTGAGCAAGGAAGT 3 5' GCTCCCAGAGAGTTTACCCT 3' 24 124-160 8 0,021 0,83250 | 0,81206 | 66,9046%
5' 6-FAM CAGGAAACTCATGTTGATACCATC 3' 5' TGTTGTTGAAACATACCTTGACTGT 3' 1 160-184 7 0,028 0,54375 (0,51447 | 33,9540%
5' 6-FAM ACCACTGGGAAACTGTGTAA 3' 5' GCCCAGAATCCGAACC 3 X 184-200 4 0,042 0,71875 | 0,66726 | 46,5604%
5' 6-FAM TCAAAATCCACACTCCCTTC 3' 5' TCCATAAAGAGTGGGACACTG 3 - 210-250 6 0,042 0,57125 [ 0,50487 | 31,1502%
5' VIC CCTGCTTGGAGGCTGTGATAAGAT 3' 5' GTTCACTGAATGTCAAATTCTGCT 3' 15 72-98 4 0,021 0,62500 [ 0,57809 | 38,3816%
5' VIC GATCCTTCTTTTTATGGCTG 3' 5' AACCTGGGTTTCTGTTGTTG 3' 6 99-125 4 0,063 0,71625 [ 0,66374 | 46,1148%
5' VIC ACGGACACATCCCTGCCTGC 3' 5' GCAGGCTAAGGAGGCTCAGC 3' 8 124-156 11 0,063 0,85875 |0,84421 | 72,1939%
5' VIC CAACAATGAAAATTTGTCCTGTGC 3' 5' GTAAATGAGTAGACAATCATGAGG 3' 30 158-194 6 0,028 0,64750 ([ 0,61556 | 43,4857%
5'VIC GTCTTTTTGTGCCTCTGGTG 3' 5' TCAGGGGACAGTGGCAGCAG 3' 1 214-236 6 0,084 0,77000 | 0,73404 | 55,5193%
5' VIC TTACCTGGTTATTGGTTATTTGG 3' 5' TCACCCACTAAATCTCAAATCC 3' - 237-271 10 0,042 0,77750 [ 0,75472 | 59,8397%
HTG10 5' NED CAATTCCCGCCCCACCCCCGGCA 3’ 5'"TTTTTATTCTGATCTGTCACATTT 3' 21 72-108 8 0,070 0,81625 [ 0,79064 | 63,4377%
HTG15 5' NED TCCTGATGGCAGAGCCAGGATTIG 3 5' AATGTCACCATGCGGCACATGACT 3' 5 120-142 4 0,028 0,67750 [ 0,61015 | 39,4691%
ASB23 5' NED GCAAGGATGAAGAGGGCAGC3' 5' CTGGTGGGTTAGATGAGAAGTC 3' 3 144-156 5 0,063 0,74625 [ 0,70578 | 51,7618%
HMS6 5' NED ATGAAGCTGCCAGTATTCAACCATTG 3' 5' ATCTCCATCTTGTGAAGTGTAACTCA 3' 4 156-174 4 0,028 0,55375 [ 0,46590 | 27,1336%
TKY321 5' NED TTGTTGGGTTTAGGTATGAAGG 3' 5' GTGTCAATGTGACTTCAAGAAC 3 20 180-206 4 0,049 0,47875 |(0,44752 | 27,8729%
. HMS2 5' NED CTTGCAGTCGAATGTGTATTAAATG 3' 5' ACGGTGGCAACTGCCAAGGAAG 3' 2 216-244 7 0,049 0,70250 ([ 0,66086 | 47,6400%
5' PET TAGTGTATCCGTCAGAGTTCAAAG 3' 5' GCAAGGAAGTCAGACTCCTGGA 3' - 90-116 4 0,049 0,30250 ([ 0,27949 | 15,4966%
5' PET CCTGAAGCAGAACATCCCTCCTTG 3' 5' ATAAAGTGTCTGGGCAGAGCTGCT 3' 4 130-160 9 0,042 0,76500 [ 0,74305 | 58,5051%
2 5' PET ATATACCAACTCTTTGTCACATAACAAGA 3' |5' ATATACCATCCTCACTTTTTCACTTTGTT 3' 9 160-186 5 0,042 0,60750 ([ 0,54067 | 34,2868%
J ) 5' PET TTTAATCAAAGGATTCAGTTG 3' 5' GGGACACTTTCTTTACTTTC 3' 4 190-220 4 0,056 0,49875 |(0,37437 | 18,7187%
5' PET AGCTGCCTCGTTAATTCA 3' 5' CTCATGTCCGCTTGTCTC 3 28 228-256 4 0,049 0,59125 (0,52402 | 32,4566%
Total: , 99,99977%
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