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Abstract: In this research we present data from one study of three microsatellite DNA loci
in a population of Pygoscelis papua penguins, inhabiting the Livingston Island. One hundred
and two individuals were genotyped in order to determine the levels of genetic variation in
the colony and to evaluate its genetic structure. Our data showed slight allele variations in
the studied loci. Two of them were monomorphic and the third demonstrated a low level of
polymorphic content with only two alleles presented in the locus.

The obtained data allow us to conclude that the three analysed STR markers ap-
peared to be not enough informative for the investigation of genetic variations within the
studied population of Pygoscelis papua penguins - this could be due to its very homogeneous
genetic structure.

On the other hand, the three microsatellite markers showed to be an appropriate tool
for the study of the genetic diversity among the species in genus Pygoscelis - for the
comparative analyses of the allele frequencies in the studied loci among the 3 species
Pygoscelis papua, Pygoscelis antarctica and Pygoscelis adelie.
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Introduction

The Pygoscelis papua FORrsTER, 1781 penguins (Gentoo), together with two other
species - Pygoscelis antarctica FORSTER, 1781 (Chinstrap), and Pygoscelis adelie WAGLER,
1832 (Adelie), belong to genus Pygoscelis, family Spheniscidae, class Aves.

The taxonomic status of Pygoscelis papua is not clear still. Using morphological
evidences, two subspecies were recognized: Pygoscelis papua papua and Pygoscelis papua
ellsworthi (MurpHY 1947, according to METCHEVA et al. 2005), (SToONEHOUSE 1970).

Ingtitute of Zoology, Bulgarian Academy of Sciences, 1 Tsar Osvoboditel Blvd., Sofia 1000, Bulgaria
2 |_aboratory of Molecular Pathology, University Hospital of Obstetrics, 2 Zdrave St., 1431 Sofia
8Ukrainian Academy of Sciences, Institute of Molecular Biology and Genetics, 150 Zabolotnogo St.,
03143 Kiev

“National Taras Schevchenko University of Kiev, Biological Faculty, Gluschkova 2 pr., 01033 Kiev

5 Bulgarian Antarctic Institute, 15 Tsar Osvoboditel Blvd., 1000 Sofia

333

The subspecies Pygoscelis papua papua is considered inhabitant of the sub-Antarctic
areas (south to 60° S), Pygoscelis papua ellsworthii are considered inhabitants of the
Antarctic Peninsula and the South Sandwich Islands - they are with smaller size than P.
p. papua and proportion of the bills (DEL Hovo et al., 1992). According to this
classification, the studied population, which is from the Livingston Island (South Shet-
land Islands) (62°38°29”" S and 60°24°53”” W), is expected to belong to Pygoscelis
papua ellsworthi (METCHEVA et al., 2005).

Pygoscelis papua are the least abundant of pygoscelids, found on the sub-Antarctic
islands, with a total breeding populations of approximately 314 000 pairs (METCHEVA,
Traxmska 2002), unlike Pygoscelis adelie, which are among the most widely distributed
species in the Antarctic - more than 10 million birds (ROEDER ef al. 2001).

Recently, the DNA analysis has become widely used in population and evolution-
ary genetics. There is a shortage of DNA data for the penguins due to the few
microsatellite DNA markers available so far.

DNA microsatellites (or STRs - Short Tandem Repeats) are widely distributed in
the genome of eukaryotes. Their high variability and selective neutrality make them an
extremely useful tool for population and evolutionary studies (NEgr, Gross 2001).

Only, one profound microsatellite study in pygoscelids has been reported so far,
focused mainly on Pygoscelis adelie (about 450 individuals), including the study of 3
individuals of Pygoscelis papua and 5 individuals of Pygoscelis antarctica as well (ROEDER
et al. 2001). Seven DNA microsatellites were analysed in order to study the genetic
differentiation among the Pygoscelis adelie colonies around the Antarctic.

In the present study we analysed 3 of these markers: RM3, RM6, TP500, in a
representative sample of 102 individuals from one population of Pygoscelis papua inhab-
iting the Livingston Island. The main aim of this research is to determine the genetic
variation and to evaluate the genetic structure of the population and to estimate the
applicability of the studied STRs in Pygoscelis papua.

Materials and Method

The samples were collected from 102 individuals, from a nesting colony in the bay of
Kaleta Argentina (62°40710°’S and 60°24°80""W), Livingston Island, South Shetland
Islands, during the Antarctic summer over the period 2001/2003. The birds were
captured by using a hand net. Blood samples up to 1.5 ml were drawn from the cubital
vein of the flipper into plastic containers with K, EDTA. The samples were placed on
ice, transported to the laboratory and stored at -20° C. Total genomic DNA was
isolated by phenol-chlorophorm extraction. DNA samples were resuspended in 10mM
Tris 0.1mM EDTA pH 7.4 and stored frozen.

Three microsatellites - RM3, RM6 and TP500, isolated from the Adelie’s penguin
DNA library, were analysed for each sample, using primer sequences described in
(Table 1 a,b) (ROEDER et al. 2001).

PCR amplifications were carried out in a final volume of 10ML, containing 100ng
of DNA, 2 pmol of each primer with forward primer, labelled with fluorescent dye Cy5,
1.25mM of each DNTPs, 0.025 units of STS Taq DNA polymerase (Scientific Tech-
nologies Sofia), PCR reaction buffer 1x (10mM Tris - HCl, pH 8.3, 50mM KCl),
2.25mM MgCl, (RM3, RM6) or 1.25mM MgCl, (TP500). PCR amplifications were
performed using Techne TouchGene Gradient.
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Table 1. Characterization of the 3 analysed microsatel liteloci (number of allelesand their sizeranges) in
a) Pygoscelis adelie (Roeper et al., 2001) and b) Pygoscelis papuain our study.

a) Pygoscelisadelie (by Roeper et al. 2001).

Locus . . . Repeat sequences| Sizerange Number
name Primer sequences5' to 3 of cloned alldle (in bp) of alleles
5-AATCAGGCTCCAAGGTCA
RM3 | 5 ATGCAAGTGACACAAAGG (CA)1o 219-231 6
RM 6 5-CAGGAGGCTTTGAGACAA (CA)
5- CTGTTTACATCCGATGCA 10 168 - 180 6
5'- GGACACAGGCAGCCAC
TP 500 5- GGGAGTGGTATGGCTGG (CA)a 106 - 126 19
b) Pygoscelis papua (our data).
Locus . . . Repeat sequences Sizerange Number
Primer sequences5' to 3 of sequenced .
name (in bp) of alleles
allele
5-AATCAGGCTCCAAGGTCA
RM 3 5-ATGCAAGTGACACAAAGG (CA)11 217-221 2
RM 6 5-CAGGAGGCTTTGAGACAA *(GT)
5- CTGTTTACATCCGATGCA 6 168 1
5'- GGACACAGGCAGCCAC -
TPS00 | 5 GGGAGTGGTATGGCTGG Non -difined 106 1

* The sequence of RM6 isidentical to those published in the GenBank database, but differed from the
published by Roeder et al. in Pygoscelis adelie.

The PCR cycles were realized with the following sets of conditions: initial denatur-
ation at 95° C for 5 min, followed by 35 cycles of: denaturation at 95° C for 30s,
annealing at 61° C for 30s (RM3), or 64° C for 30s (RM6), or 63° C for 1min (TP500)
and elongation at 72° C for 1 min. Final extension was performed at 72° C for 5 min.

By some reasons, locus RM6 was very difficult for amplification. In the beginning
of our study of RM6, we met the number of amplification problems, using the set of
conditions, given by ROEDER et al. (2001) - initial denaturation at 94° C for 4 min,
followed by 30 cycles, denaturation at 94° C for 45s, annealing at 57° C for 50-60s. It
was getting over by a large number of optimization procedures in order to provide
optimal PCR conditions — finally it was found the next set of conditions: initial denatur-
ation at 95° C for 5 min, followed by 35 cycles, denaturation at 95° C for 30s, annealing
at 64° C for 30s. It was reported by ROEDER et al. (2002), that RM6 did not amplify in
other species: Royal, Humboldt and Emperor Penguins.

The PCR products were analysed in 6% 7M Urea PAA gels using ALF Express
sequencer (Pharmacia LKB) at 2000V, 70mA, 45W, 50°C for 180 min. The size of
alleles in the studied loci was determined in comparison with two internal standards -
106 bp and 347 bp.
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The observed different alleles in the 3 studied microsatellite loci in Pygoscelis papua
were sequenced on ABI Prizm 310 sequencer (Perkin Elmer).

Allele frequencies at RM3 locus were calculated by simple counting. The observed
heterozygosity (Ho) and the expected heterozygosity (He) under Hardy-Weinberg pro-
portions were calculated and compared by Fisher Exact Test, using Statistica for Win-
dows (ver. 4.3.), (2x2, Frequency Tables). The comparison between observed and
expected (under HWE) genotype frequencies was estimated by %2 - method (Statistica
for Windows; ver. 4.3.).

Results

The three studied microsatellite loci - RM3, RM6 and TP500, in our sample of Pygoscelis
papua (Gentoo) population, are dinucleotide short tandem repeats, isolated from Adelie‘s
genome library. The results of our study are summarized in Table 1b.

The RM3 locus contains variable dinucleotide CA repeats. We found 2 alleles
(Table 1b), with sizes 217 bp and 221 bp (Fig. 1). In our investigated group the
frequency of allele 227 was 0.941 and the frequency of allele 217 was 0.059. Ninety of
the analysed individuals were homozygous (221/221). This genotype was calculated
with frequency - 0.882. Twelve birds were heterozygous (217/221) with frequency of
this genotype - 0.118. Up to now, allele 217 has not been reported to be found neither
in Pygoscelis adelie, nor in Pygoscelis antarctica - the two other members of genus
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Fig. 1. Allele size determination of RM3 microsatellite by sequencing the fragments in ALF Express
sequencer is presented. To determine allele size (marked with a circle), the internal standards of 106 bp
and 347 bp (marked with squares) were used. The defined alleles are with size 217 bp and 221 bp.
Homozygous samples 221/221 bp are shown at lines 30 and 32. Heterozygous sample 217/221 bp is
shown at line 31.
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Pygoscelis. Allele 217 was not found in homozygous status, probably because of its low
frequency in the group.

The observed heterozygosity (Ho) in the sample was calculated as 0.118 and the
expected heterozygosity (He) - 0.111 from Hardy-Weinberg equilibrium. The compari-
son between (Ho) and (He) revealed no excess of homozygosity in this locus (HWE;
x>=0.005; df=1; p=0.82481), (p>0.05).

The observed genotype distribution in the locus showed no deviation from Hardy-
Weinberg proportions (HWE; 2=0.00453; df=2; p=0.99799), (p>0.05).

Marker RM6 contains dinucleotide GT repeat (Table 1 a,b). In our sample of
birds, we found only one allele with a size of 168 bp (Table 1 b), (allele frequency100%),
(Fig. 2).

For locus TP500 the data from our study of Pygoscelis papua revealed the
presence of only one allele with a length 106 bp (allele frequency 100%) (Fig. 3).
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Fig. 2. Allele size determination of RM6 microsatellite, by sequencing the fragments in ALF Express
sequencer is presented. To determine the allele size (marked with a circle) the internal standards of 106 bp
and 347 bp (marked with squares) were used. The defined allele is with size 168 bp. Homozygous
samples are shown at the three lines (2,8,10).

Discussion

Only one profound STR research in pygoscelids has been reported so far, focused
mainly on Pygoscelis adelie. To date, DNA microsatellite study has been performed
only in tree idividuals of Pygoscelis papua (Gentoo) penguins (ROEDER ef al. 2001,
2002). We used the DNA microsatellites to analyse the genetic variation and to esti-
mate a genetic structure of the studied Pigoscelis papua population.

In this study we determined a new allele - 217 bp, which had not been described
for RM3 locus. For some reasons it is possible allele 217 to originate as a consequence
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Fig. 3. Allele size determination of TP500 microsatellite, by sequencing the fragments in ALF Express
sequencer is presented. To determine the allele size (marked with a circle) an internal standard of 347 bp
(marked with a square) was used. The defined allele is with size 106 bp. Homozygous samples are shown
at the three lines (38,39,40).

of a new gene flow, but this is not very probable due to the limited size of the studied
population (between 50-90 breeding pairs) and its tendency to decrease. Moreover, the
penguins show strong natal philopatry, which exclude significant gene flow. Most prob-
ably, this allele originates as a consequence of one-step mutation of neighboring alleles,
whatever is the most frequent allele in the locus - 221 bp. For this locus ROEDER ef al.
reported 6 alleles in Pygoscelis adelie, with a length 219 bp - 231 bp. In the samples of
ROEDER et al. (2001), as well as in ours the most frequent allele in RM3 locus was
allele 221 bp (0.772). The larger genetic variations at the locus in Adelie pengiuns
probably is caused by a much higher number of individuals in Adelie colonies (4000-150
000 breeding pairs) in comparison with the studied Gentoo population (50-90 breeding
pairs). We considered that the low number of breeding pairs is probably one of the
reasons for the limited genetic variations in the analysed loci.

In our study we determined a total monomorphism in RM6 locus (one allele 168
bp - 100% in a sample). Such monomorphic character of RM6 locus has been reported
also for other penguin species: African, Magellanic, Galapagos, Snares crested, Rockhooper,
etc. ROEDER et al. (2001) reported 6 alleles in this locus for Adelie with a length 168 bp
- 180 bp. More than one allele was found in Litlle/Fairy (3 alleles), Fiordland crested (2
alleles) and Yellow-eyed (2 alleles) penguins (ROEDER ef al. 2002).

As it was pointed out, our results for TP500 in the studied representative group
showed a total monomorphism in this locus - we found only 1 alelle (106 bp - 100% in

338



a sample). ROEDER et al. (2001, 2002) reported a very high polymorphic level of the
STR locus TP500 in Pygoscelis adelie - they observed 19 alleles in Adelie’s colonies. The
determined length of the alleles in Adelie penguins varied in the range of 106 bp - 126
bp. It is reported as well for the Fiordland crested colony - 6 alleles and for the
Rockhooper colony - 5 alleles. In the same study they analysed only 3 individuals of
Gentoo and found 1 allele. Despite the high polymorphic level in the other species for
TP500, especially in Pygoscelis adelie, which exhibited a very high genetic variability, in
Pygoscelis papua was found a lack of genetic variation in this locus.

The comparisons of the data for all the three markers between Gentoo and Adelie
displayed a considerably higher number of genetic variations in Pygoscelis adelie for the
studied loci, than in Pygoscelis papua.

In general, the data of our study in this population of Pygoscelis papua revealed a
lack of polymorphism in the analysed loci - two of them (RM6, TP500) were absolutely
monomorphic, and in the third (RM3) we determined 2 alleles, one of them very rare
(allele frequency 6%). These data and the unobserved deviation from Hardy-Weinberg
proportions (HWE) could be due to the very homogeneous genetic structure of the
studied population.

Although the RM3, RM6 and TP500 markers are not enough informative for
study of genetic variation within the population of Pygoscelis papua investigated by us
these STR markers are an appropriate tool for study of the genetic diversity among the
species in genus Pygoscelis - for the comparative analyses of the allele frequencies
among the 3 species in a genus for the studied loci.

The finding of more polymorphic and informative microsatellite loci for Pygoscelis
papua (a construction of Pygoscelis papua gene library is needed) as well as the
investigations of higher number of new populations of Pygoscelis papua and Pygoscelis
antarctica (data for Pygoscelis adelie have been already reported) will allow us to study
more profoundly the relationships among the species in genus Pygoscelis. 1t would
clarify whether the observed homogeneous genetic structure of Pygoscelis papua is due
to a very late divergence of the species, or is due to some other reasons in a
taxonomic classification.
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ITpoyuBane na mpu mukpocameaumnu JITHK mapkepa
npu nun2Bunu om Bug Pygoscelis papua (Aves:
Sphenisciformes) om ocmpoB AuBunecmbh

E. Tpakuiicka, Cm. buueB, I'. TeaeceeB, M. JlubkoB, B. be3pykoB, "
AnkoB, A. CaBoB

(Pe3tome)

B masu cmamus ca npegcmaBenu uzcaegBanusama Bbpxy mpu MukpocameaumHu
aokycu B egna nonyaauust Ha Pygoscelis papua, obumaBawa ocmpo8 AuBunzcmbh. C
ueA ga onpegeAuM HuUBomo Ha 2eHemMuYHama u3MeH4uBocm U ga OueHUM 2eHemu4yHama
cmpykmypa Ha uzcaegBanama nonyaauus 6sixa 2enomunupasu 102 unguBuga. Jlannume
om Hawemo uscaegBane nokasaxa maako aaeanu Bapuanmu 6 aokycume. JIBa om
uscaegBanume mapkepu nposiBuxa nbana MoHOMOpdHOCM, a npu mpemust AOKyc
Oewe nHabatogaBano Hucko aaeaHo pasnooOpasue (gBa aaeaa).

IToayuenume ganHu Hu no3BoasaBam ga nHanpaBum 3akaouenuemo, ue
uscaegBanume mpu MukpocameAumsu mapkepa He ca 0cO0EHO nogxogsTuu 3a U3ydaBane
Ha 2eHemuyHama u3MeHuuBocm npu nuHeBunume om u3caegBanama nonyaauust
(Pygoscelis papua) — mnozo Bepossmno e moBa ga ce gbaXku Ha sICHO U3pazeHama
XOMo2eHHocm B 2eHemuuna cmpykmypa, B8 uscaegBanama om nac koaonus. Om
gpy2a cmpana mpume Mukpocameaumnu Mapkepu nokazaxa, ye ca nogxogsuiu 3a
uscaegBane Ha 2eHemuuyHOMO pa3HooOpasue B pog Pygoscelis, a UMeHHO 3a
ocbuiecmBsiBane Ha cpaBHumeAeH aHaAu3 N0 OMHOWEHUE Yecmomama Ha areAume,
onpegeaeHu BuB Bceku om uszcaegBanume aokycu B 3-me Buga Pygoscelis papua,
Pygoscelis antarctica u Pygoscelis adelie.



