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Abstract

The endangered Asian elephant is found today primarily in protected areas. We characterized
18 dinucleotide microsatellite loci in this species. Allelic diversity ranged from three to
eight perlocus, and observed heterozygosity ranged from 0.200 to 0.842 in a wild population.
All loci were in Hardy—Weinberg equilibrium, but linkage disequilibrium was detected
between two loci in the wild, but not in the zoo elephants. These loci will be useful for the

population-level studies of this species.
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Populations of Asian elephants are threatened by
poaching, habitat loss and conflicts with humans. Almost
all populations are fragmented and restricted to protected
areas. For these populations to remain viable, effective
management will be needed, which will require information
about population sizes, age structure and genetic diversity.

Noninvasive genotyping can be used to obtain these data
from free-ranging animals in forested habitats. Although
microsatellite loci developed for African elephants can
be used in studies of Asian elephants (Eggert et al. 2000;
Siripunkaw 2003) and five tri- and tetranucleotide loci
have been characterized in Asian elephants (Fernando
et al. 2001), additional polymorphic loci are needed for
population studies. We developed dinucleotide microsat-
ellite loci using an enrichment protocol (Hamilton ef al.
1999) along with a polymerase chain reaction (PCR)-based
detection technique.

Genomic DNA was extracted from blood samples of
two elephants from the Zoological Society of San Diego’s
Frozen Zoo using the DNeasy Blood and Tissue Kit
(QIAGEN). DNAs were digested with Nhel and Xmnl,
producing fragments of 200-1000 bp, which were ligated
to double stranded SNX linkers. After enrichment for GT
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repeats using the method of Hamilton et al. (1999), the
DNA was ligated into pBluescript II KS and recombinant
plasmids were transformed into Escherichia coli XL1-Blue
supercompetent cells (Stratagene) and grown on plates
containing ampicillin (Hamilton ef al. 1999).

Colonies containing recombinant plasmids (1 =576)
were selected and boiled for 10 min in TE buffer. To detect
those containing microsatellites, 1 uL of the colony boil
was used as template in 2 PCRs. The first used redesigned
versions of primers T3 (AATTAACCCTCACTAAAGGG)
and T7 (GTAATACGACTCACTATAGGGC) (Stratagene)
in a 25-uL volume containing 1x PCR Gold Buffer (Applied
Biosystems), 0.2mmM each dNTP, 0.6 um each primer,
1.5 mm MgCl,, and 0.5 U AmpliTag Gold DNA polymerase
(Applied Biosystems). The second contained these reagents
and DNA as well as 0.6 um (GT),, primer. The PCR was
performed in an Eppendorf Mastercycler ep and reactions
consisted of denaturation for 10 min at 95 °C, followed by
35 cycles of denaturation at 95 °C for 25 s, primer annealing
at 55 °C for 45 s, and primer extension at 72 °C for 2 min,
and one final 10-min extension cycle at 72 °C. Products
were visualized and compared in a 2% agarose gel stained
with Gel Star (Cambrex). Reactions containing two primers
(T3/T7) produced single bands, while those containing
three primers (T3/T7/GT,,) produced multiple products
with or without a smear (indicating products of different



2 PRIMER NOTE

VODVODYIDIVOIDOVYYY ]

0¥8€¥944 I¥0°0 Ievo vev0 € S11-66 2690 G190 GLI-66 86  ODLIOVYODILOLOVYWYOIOD-INVA-9:  *(19)09°(D)  61NNH
ODOVYDLYDDLLIODDIVYOVYD ¥

6€8¢¥944 2100 LE0  LLE0 € CrI-8¢l  «80€0  SI19°0 ri-8¢cl 89 LLOLYODOVIVLYILIOODD-INVA-9 A ov)  s1NNg
DILIOIODLLLYOIDOYOODL

8€8€Y94H <010 0090 9180 9 Iel-611 6940 6080 Le1-611 89 OVOOVYOVYIOLIOVOVILOVO-LAd ‘A l@o)  L1NNF
YOLLODOVINYLOVYLLIODOOD ¥

££8¢V9dH 9100— ¢€90 €990 ¢ Pa1-971 6£9°0  T990 415448 89 IDLILLOLIOLIDIYIODOLL-DIA Mov)  q1nNg
VOIVILIVIODLOLODOVYOL ¥

9€8€¥94H PEL'0—- ¢¥80 8IL0 ¢ 0¥1-0€1 6940 9990 8EI-0€1 89 ODLLLOODVIDLYOVILIOD-INVI-9 ‘A ‘@) vINNg
DLOVYIILODLOLOLODOOLD ¥

Ge8¢cyodHd qqro 6¢¥'0  ¥290 € 801-¢01 2690  CI80 0L1-00T 89 LODLYIODLOOOOLLLVLO-LHd A d@o)  e1nNg
ODLOVYOVDDDODLVILOYOLO ¥

PE8EYodH ¥10°0 0990 1490 ¢ ¢S1-0ct G190 9290 ¢S1-0ct 89 ODLIDLYOIOVOVYOVYYID-IIA A fov)  cinwa
DDIVYILY LYV IVYVLVODVYIDLVYYD ¥

€€8¢¥944d 8000 0090 6¢50 ¥ 0oc1-cct 99’0 0990 9¢1-¢Cl 8¢S ODLLILOODLOLOODLYINYO-INVA-9 %G©1) IINNA
OLODLOVOLYILYDOLYYVILOVOD

¢E8EYoIH €80°0— 0040 ¥I90 ¥ Y01-¥6 6£5°0 9990 Y01-¥6 89 DYOVVODVIOVOLOVOOLYY-LHd ‘A ‘)  01NNA
YOLOOOYDLVYYLODOOYOLY ¥

1€8¢¥94H 0020 evo veLo v 691-€91 9%8'0 9890 69191 8¢S OOV LLLLOVOVIDLIVYLODOL-LH A fion)  60NNE
DVOLOVYOLYOYOOYYILIOD ¥

0€8€¥944 €600 €90 LE&¥0 ¥ 1911 800  ¢¥E0 Zel-qll 89 OVLLOLYOOODYIOLLOYOL-DIA ®ov)  80NNH
YOOVIDOVYVLODVOODLIOIOY ¥

6¢8¢¥94d 2000 ¥e80 8¥80 L ¥C1-001 G190 €220 (44 5rd0)8 8¢S OVYDLOILLLIODIOVIOVD-INVA-9 ‘d 1) Z0nNg
LLIDDLYDVILYYOLLOLOVOID

8¢8EYodH 901'0- 00C0 S8I'0 ¢ 091-8¥1 G8¢’0 €00 8G1-9¥1 89 OOLOVYYOVLIODOOLLLLL-LHd ‘A o) 90NNH
LOLOLODVODDDDIVLLVLL 3]

£28e¥9dH 6C1'0—- 0S¢0 ¢€€Cc0 ¥ 8LI-CI1 0000 0000 488 89 IDLOYYYIDOYIDLOYOD-DIA ov)  onNg
DLIVYVOVYVOOOVDOYDLOOD

9¢8ey9dH ¥cro 0040 0940 ¢ 0126 6940 0920 L01-46 8G¢  OLVODLOLLOLOOILOLOVOL-INVA-9 A Yo vonNg
LLOLODDOYOIDLLOVYVOLL 3]

Ga8eyodd 9800 L9%'0 8650 ¥ evi-LEL G190 6490 evi-LE1 89 DDYVDIVOOOVYYYODVYOY-1dd ]l *(@9)00°@o)  c0nNg
LOYILLLIODLOOOVOLIOIL

y8eyodd 8IL1'0— 0090 8¢s0 € 911-801 ¥S1I'0 1420 911-801 89 DVLIOOVODOVYODOOVDL-DIA '] *(@O)10'(10)  CONNA
DLODIDLLOLODDLLIOYOY ¥

€28¢c¥9dd 8500 68¢0 I8%0 ¢ 8-8L 6940  0¥9°0 8-8L 89 LZDLYOODILODLLLOLLLL-INVA-9 A d@o)  10NNF

‘ou uorssaddy  baxyy MmN Oy Iy v (dq) sezis oMV Oy I dq) sezIsspny (Do) (,€-,5) @uenbas 1w mow SO

°I yeadoy

sordures exyJ-yeres

sodwes ooz

(£00°0 = d) IMH WOy uoryeraap juedyruis e sajoudp , (‘baympy) Lousnbaiy aaype [nu pue sajdwes eny -ye[eg pue 00z ayy 105 saniso84zo1ayay (Cf) paatasqo pue (ry)
paadxa ‘() staquunu pue sazis apay[e “(° 1) arnyeradwe) Surpeauue ‘soouanbas rowtid ‘syow yeaday ‘10O I[@IRSOIOIW (Snuixvul suyda)) Jueydae uelsy g[ Jo uonezLaperey) [ I[qeL

© 2007 The Authors

Journal compilation © 2007 Blackwell Publishing Ltd



sizes) in microsatellite-containing plasmids. Colonies in
which the secondary band or smear was approximately
200-bp smaller than the T3/T7 product were selected and
the T3/T7 product was sequenced in both directions in an
ABI PRISM 3730 automated DNA sequencer.

Thirty primer pairs were designed using PRIMER 3
(Rozen & Skaletsky 2000), and screened for polymorphism
using 13 samples from the Zoological Society of San Diego’s
Frozen Zoo. Eighteen loci were screened on 20 dung
samples from the population of Salak-Phra Wildlife
Sanctuary, Thailand. DNA from dung samples was
extracted following Boom et al. (1999). Amplifications were
performed in 12.5-uL volumes containing 15-20 ng template
DNA for zoo samples and 2.0 uL of DNA extracted from
dung, 1x PCR Gold Buffer (Applied Biosystems), 0.4 pm
fluorescently labelled forward primer, 0.4 um reverse
primer, 0.2 mm each dNTP, 2.0 mm MgCl, and 0.5 U Ampli-
Tag Gold DNA polymerase (Applied Biosystems). The
PCR profile for the zoo samples consisted of 10-min dena-
turation at 95 °C, followed by 40 cycles of 45-s denatura-
tion at 95 °C, 45-s primer annealing at 58 °C, 1-min primer
extension at 72 °C, followed by a final extension of 10 min
at 72 °C. For Salak-Phra samples, cycles were amended as
follows: denaturation for 1min, primer annealing for
1 min, and a final extension time of 15 min. Fragment sizes
were determined in an ABI PRISM 3730 Genetic Analyser.
Scoring of Salak-Phra samples was confirmed twice for
heterozygotes and three times for homozygotes.

All loci were polymorphic with three to eight alleles
(Table 1). While EMUO5 was monomorphic in zoo samples,
it was polymorphic in Salak-Phra samples. Observed
heterozygosities ranged from 0.154 to 0.846 in zoo samples
(not including EMUO05) and 0.200-0.842 in Salak-Phra
samples. We tested for departures from Hardy-Weinberg
equilibrium (HWE) and for linkage disequilibrium (LD)
between loci using GENEPOP 3.4 (Raymond & Rousset
1995). For zoo samples, all loci except EMU18 were in
HWE and no LD was found after a Bonferroni correction
was applied (Rice 1989). The departure from HWE was not
surprising, as zoo samples do not represent a natural
population. For Salak-Phra samples, no deviation from
HWE was found but LD was detected between EMU(04
and EMUQ9, likely due to small sample size. Null allele
frequencies were calculated (Table 1) using MICRO-CHECKER
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(van Oosterhout et al. 2004) and no large allele dropout was
detected in Salak-Phra samples.

These loci will be useful in our study of population
structure and population genetics of wild Asian elephant
populations.
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