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Abstract

Eighteen microsatellite loci were isolated from great tinamous (Tinamus major), which are
large terrestrial birds found in the Neotropics. These are the first primers developed for the
Order Tinamiformes. Paternity analyses are possible because the levels of heterozygosity

are sufficiently high (0.29-0.90).
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Tinamous (order Tinamiformes) are one of the least-
known groups of birds. All 46 species have a Neotropical
distribution and are secretive and inconspicuous (Davies
2002). Little is known about their natural history and the
few long-term studies that have been conducted (summarized
in Cabot 1992), have not conducted genetic analyses of
parentage. The primers published here are the first obtained
for any tinamou species. Tinamous are the only order of
birds where exclusive male parental care is found in all
known species, while mating systems are varied (Handford
& Mares 1985). Because females mate with multiple males,
there is a cuckoldry risk for the incubating male; this risk
can be compounded when males mate with multiple
females that cannot be guarded. In great tinamous, males
acquire three to eight eggs from one or more females
(Brennan 2005), and to investigate parentage in their nests,
we isolated microsatellite markers from blood samples
obtained from individuals captured at La Selva Research
Station in Costa Rica.

We collected feathers from incubating males and blood
and tissue samples from all chicks in active nests. Blood
was stored in lysis buffer in 1.5-mL tubes and kept frozen
at—10 °C until DNA extraction. Feathers were cleaned and
put in sealed plastic bags, which were kept refrigerated at
4 °C. Feather shafts were either frozen with liquid nitrogen
and then macerated for DNA extraction, or they were cut
in pieces <1 mm with a clean blade. DNA was extracted
using a DNeasy tissue kit (QIAGEN, Inc.).
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Eight microsatellite-enriched libraries were constructed
by Genetic Identification Services (GIS) using pooled genomic
DNA. Methods for DNA library construction, enrichment
and screening were as described previously (Jones et al. 2002).
Genomic DNA was partially restricted with a cocktail of
seven blunt-end cutting enzymes (Rsal, Haelll, BsrB1, Poull,
Stul, Scal, EcoRV). Fragments in the size range of 300-750 bp
were adapted and subjected to magnetic bead capture
(CPG, Inc.), using biotinylated capture molecules.

Libraries were prepared in parallel using biotin-CA(15),
-GA(15), -AAAC(8) and -TAGA(8) as capture molecules in
a protocol provided by the manufacturer. A second set was
performed using GA, AAG, CAG and CATC. Captured
molecules were amplified and restricted with HindIII to
remove the adapters. The resulting fragments were ligated
into the HindIll site of pUC19. Recombinant molecules were
electrophorated into Escherichia coli DH5alpha. Recombinant
clones were selected at random for sequencing, and
enrichment levels were expressed as the fraction of sequences
that contained a microsatellite. Sequences were obtained
on an ABIPRISM 377, using ABI PRISM Tag dye terminator
cycle sequencing methodology (Applied Biosystems).

Primers were designed for 42 microsatellite-containing
clones using DESIGNER PCR version 1.03 (Research Genetics,
Inc.), and the 18 most promising ones were selected for
further work. We genotyped 20 individuals selected from
different nests and years to maximize the likelihood of
picking up variable loci.

The optimal amplification reaction mix for all primer pairs
consisted of 1x Biolase C buffer (from 10xstock supplied
by manufacturer), 2 mm MgCl,, 0.2 mm each dNTPs, 0.3 um;
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Table 1 Primer description and allelic variability of 18 loci developed for great tinamous (Tinamus major). Included are locus name, accession
number, primer sequence, repeat motif, number of observed alleles (N,), and number of individuals amplified (Ind), expected (H), and
observed (H,) heterozygosities, null allele estimate, fragment size range and Hardy-Weinberg (HW) P value

Locus/ accessionno.  Primer sequence (5-3") Repeat motif N, (nd) Hg Hg Null  Sizerange HW Pvalue
Al AGCACATGAGCTTTTTAGAGC GT 9 078 074 0.02 244-268 0.595
EU259625 GCACTTGACTTGCACAGTATG (14) (19)

All AATTGGAAACGATGGTGTTAC CA 10 085 029 0.30 202-238 0.000
EU259615 GCTCAAAATAATGAATGGACAG (16) (18)

A104 AAGGAAGCTGCGACAAGTC CA 13 0.87 079 0.04 299-333 0.001
EU259616 TAGCGGCCTAGCAGGTTAC (18) (19)

A106 GAATTAGCCAGCATCTTTACAC CA 13 0.89 078 0.06 156-186 0.147
EU259617 CCAAGTATTGTTTCAGTCAACC (20) (19)

A108 CTCACGCCTTCATACAGAATAC CA 8 078 063  0.09 183-203 0.180
EU259618 GTAAATAGGTCGCTGGTCAGTA (21) (19)

Al14 GGATGTCAGCAGACTTCAAAG GT 5 064 050 0.09 184-202 0.094
EU259619 TGGAGGTAGTTTCACGCTTAC (16) (18)

A118 CATTCAAGCCCATAAATATGAC CA 4 064 059 0.03 119-127 0.171
EU259620 CATCCAGCCTTTGCATTAG (12) 17)

El TCAGTGTCTTTCCATTGTCATC GA 8 078 038 023 190-204 0.000
EU259621 CCCTCTCTCTGTAACTCTCCTG (18) (16)

E4 GCAAAGTCTCAGTGCTTCTG CT 8 075 072 0.02 285-299 0.014
EU259622 GAATCCTTCACCTCCCTAATC (14) (18)

E101 CCCAGGGTTACCACAAGC GA 11 0.85 083 0.01 194-226 0.579
EU259623 GCCCATACTCTCTCTTTCCC (15) (19)

E105 TGCTGCCTGTCCACTTACTC GA 14 088 084 0.02 202-236 0.340
EU259624 TCACGCTTCAGTTATGACCC (22) (19)

El11 GCTTTCAGGATGCTGCTC CT 8 072 079 -003 166-184 0.608
EU259626 CCCTTTAGTGTGCTGTAGGC (14) (19)

E118 TGGCATTTGTAGAGTTGAATC CT 9 0.65 053 0.08 234-282 0.071
EU259627 AAGTCCCCGTGGTGTTAC (19) (19)

E119 TTGCCCATACTCTCTCTTTCC CT 12 084 09 -0.03 201-233 0.952
EU259628 TGATTGCCCAGGTTACCAC (14) (20)

Hé6 CTGACCACTCTTTCAACACTTC CATC 5 0.7 0.56  0.09 163-191 0.318
EU259629 CACAGGACCCAGTGACTTC (8) (18)

HS8 CCCACTTCTACATGGCAGTG GGAT 6 0.8 029 0.28 303-325 0.000
EU259630 GCTCATGCCGATTTTGTC (11) 17)

H118 TCACCTCCTAATACCCTCTTG GGAT 2 046 032 0.10 219-223 0.165
EU259631 CACCCATTCCTCCATCTC 6 (19)

H123 AACCTTCCACCTGAGAACTTC GGAT 9 085 082 0.02 255-299 0.141
EU259632 TGAGCCCTTTAGTGACCTACA (15) (18)

0.025 U/uL Biolase C Tag polymerase, and 0.2 ng/pL tem-
plate DNA in 10-uL final reaction volume. Samples were
amplified in a PerkinElmer Cetus thermal cycler by an initial
3 min of denaturation at 94 °C, followed by 35 cycles of
denaturation (94 °C, 40 s), annealing (55 °C, 40 s), and exten-
sion (72 °C, 30 s), with final extension time of 4 min at 72 °C.

Microsatellite loci were amplified in 10-pL reactions in
the following reaction mix: MgCl,, 2 mm; dNTPs (premixed),
0.2 mMm each; primers, 0.3 um each; BioTag DNA PolymeraseR
(Bioline USA), 0.025 U/pL; template DNA, 0.2 ng/pL.
Polymerase chain reaction (PCR) was conducted in a
RoboCycler Gradient 96R thermocycler (Stratagene, Inc.)
by an initial denaturation (94 °C, 3 min), followed by 35
cycles of denaturation (94 °C, 40 s), annealing (55 °C, 40 s),
and extension (72 °C, 30 s), and a final extension at 72 °C
for 4 min. PCR products were labelled using sequencing

dyes NED, HEX or FAM (Applied Biosystems, Inc.).
Amplification products were separated on polyacrylamide
gels in an ABI PRISM 377 DNA sequencer and sized using
GENOTYPER 2.5 software and Rox 400 HD size markers
(Applied Biosystems, Inc.).

Genotypes of 20 individuals were analysed using IDENTITY
1.0 (Table 1). Null frequencies were high (= 0.1) in four loci
(A11, E1, H8, H118). The same loci were not in Hardy-
Weinberg equilibrium (Table 1). The overall exclusion
probability for paternity analysis of all loci is 0.9999.
Pairwise tests for linkage disequilibrium between loci
performed in GENEPOP DOS version 3.4 (Raymond & Rousset
1995), revealed no significant deviations after correcting for
multiple comparisons (Rice 1989). We are now using eight
of these markers for parentage analysis in our sample of
great tinamous from Costa Rica.
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Before developing Tinamou primers, we tested primers
OSM1, OSM4 (Kimwele et al. 1998), LIST002 and LIST011
(Kumari & Kemp 1998) developed from ostrich (Struthio
camelus), which belongs to the sister taxa of tinamous.
Although ostrich primers amplified great tinamou DNA,
optimization of PCRs was not possible.
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