Forensic Science International: Genetics 26 (2017) e19-e22

journal homepage: www.elsevier.com/locate/fsig

Contents lists available at ScienceDirect

Forensic Science International: Genetics

-

GENETICS

Correspondence

Population genetic study over 32,000 equines
from Uruguay using seventeen forensically
informative STR loci

® CrossMark

Dear Editor,

It is known that horses (Equus caballus) had an important role in
many activities that influenced the development of various
civilizations around the world. For many reasons, men set the
selection of animals according to ability, skills and disposition
desired, giving rise of specific groups of horses which have
distinctive characteristics transmitted to offspring consistently,
the breeds. It is estimated that there are currently about 300 breeds
of horses [1]. Due to this ancient and close interaction between
horses and humans, relevant forensically cases such as theft
horses, identity fraud and, more recently, the sale of adulterated or
counterfeited semen doses, and doping control are the most
observed crimes. Therefore, it is recommended that forensic
analysis techniques become more efficient as possible with
increasingly improved accuracy.

Uruguay, a small country in the southeastern region of South
America bordered by Argentina and Brazil, is characterized by the
strength of the agricultural sector and livestock production. As the
most recent data collected by OIE (World Organization for Animal
Health), it is estimated that Uruguay has about 400,000 horses in
its territory [2]. The Rural Association of Uruguay, the oldest
institution of this country in agricultural matters, and the
Uruguayan Stud Book, responsible for the registration and
identification of all Thoroughbreds born in the country or
imported, are pioneering institutions in Latin America in establish-
ing typification of horses through DNA analysis [3,4]. For this
reason, both institutions have grouped into their records
thousands of genotypes of horses of various breeds representing
significantly the horse population of Uruguay.

The aim of this paper is to present a genetic study of forensic
interest of a total group up to 32,053 purebred horse of five
different breeds: Appaloosa (n=109), Arabian (n=1661), Uru-
guayan Criollo (n=5906), Thoroughbred (n=23,203) and Quarter
Horse (n=1174), using the seventeen STR loci recommended by
International Society for Animal Genetics (ISAG) for genotyping
horses (http://www.isag.us/Docs/EquineGenParentage2014.pdf).
All samples were obtained from animals subjected to pedigree
registration on Rural Association of Uruguay or Uruguayan Stud
Book. DNA was isolated from hair root or semen straws samples
using proteinase Kin two types of extraction buffer: Buffer 1 to hair
root samples (MgCl,, PCR Buffer and Tween 20) and Buffer 2 to
semen straws samples (EDTA, SDS, Tris, NaCl and DTT). Final
concentration after DNA extraction: 50-100ng/uwL of equine
genomic DNA. The seventeen STR loci were amplified in a single
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PCR multiplex performed on Veriti™ Thermal Cycler (Applied
Biosystems, Foster City, CA, USA) or GeneAmp 9700 PCR System
(Applied Biosystems) using fluorescent labeled primers which the
sequences are available on http://www.cstl.nist.gov/strbase/
horseSTRs.htm. The other reagents for PCR amplification (PCR
Buffer, AmpliTaq Gold DNA Polymerase, dNTP mix) were carried
out using the StockMarks®™ for Horses Genotyping Kit (Applied
Biosystems). The amount of equine genomic DNA was 25-50 ng/L.L
per sample. Thermocycling conditions were: pre-incubation for
10 min at 95 °C, followed by thirty cycles of 30s at 95°C, 30s at
60°C and 605 at 72 °C, with a final incubation for 60 min at 72 °C.
The electrophoresis and typing were performed on an ABI 3500
Genetic Analyzer (Applied Biosystems) using GeneScan™ 500
LIZ® Size Standard as internal lane standards according to the
manufacturer’s protocols. The data was collected by Data Collec-
tion v1.0 software (Applied Biosystems) and analyzed using
GeneMapper ID-X v1.3 software (Applied Biosystems).

Calculations of allele frequencies, observed (Ho) and expected
(He) heterozygosity, polymorphism information content (PIC) and
p-values of the Hardy-Weinberg equilibrium (HWE) test for all
seventeen loci, were assessed using CERVUS version 3.0.3 [5].
Bonferroni’s correction was used for HWE test, which assumes that
a 0.05 significance level obtained for seventeen tests (one per
locus) yields an actual significance threshold of 0.0029 [6]. Power
of discrimination (PD), power of exclusion (PE) and probability of
identity (P;p) were estimated with PowerStats (Promega Corpora-
tion) [7]. Estimated coefficients of inbreeding (F;s) within breeds,
fixation indices (Fst) among breeds, and total inbreeding (Fr) using
an analysis of molecular variance (AMOVA) were performed with
ARLEQUIN version 3.1 [8] and GENEPOP version 4.5.1 [9]. UPGMA
trees were built from Nei's genetic distance matrix using the
PHYLIP software package version 3.69 [10] and visualized with
TreeView software version 1.6.6 [11]. The allele frequencies and
forensically informative parameters are available in Supplemen-
tary data in the online version DOI: 10.1016/j.fsigen.2016.10.011
(Tables S1-S5).

The Hardy-Weinberg equilibrium test showed significant
deviation (P < 0.05) in various loci in all five horse breeds of this
study. Even after applying Bonferroni’s correction using the total
number of loci analyzed (P <0.0029), the differences observed
were also statistically significant in many loci on four of the five
breeds, except Appaloosa, as seen in Table S1 in Supplementary
data in the online version DOI: 10.1016/j.fsigen.2016.10.011.
Regarding heterozygosity, in general, the observed (Ho) were
lower than the expected (He) in almost all loci of five breeds. The
loci with lower polymorphism information content (PIC) was
HTG7 (Appaloosa, Arabian and Uruguayan Criollo) and HTG4
(Thoroughbred and Quarter Horse). The loci with higher PIC was
ASB17 (Appaloosa and Uruguayan Criollo), VHL20 (Arabian), ASB2
(Thoroughbred) and LEX3 (Quarter Horse). The probability of
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Table 1
Fis, Fstand Fyy coefficients for five horse breeds to each of the seventeen loci and the
overall.

Marker Fis Fst Fir

VHL20 0.0041 0.0448 0.0487
HTG4 0.0024 0.1416 0.1437
AHT4 0.0036 0.0251 0.0286
HMS7 0.0029 0.0404 0.0432
HTG6 0.0063 0.1665 0.1717
AHT5 0.0112 0.0938 0.1039
HMS6 —0.0011 0.0414 0.0403
ASB23 0.0085 0.0738 0.0817
ASB2 0.0198 0.0548 0.0735
HTG10 0.1141 0.0744 0.1800
HTG7 0.0106 0.1173 0.1267
HMS3 0.0226 0.1007 0.1210
HMS2 0.0103 0.2353 0.2431
ASB17 0.0021 0.0598 0.0618
LEX3 0.3653 0.0979 0.4274
HMS1 -0.0077 0.0314 0.0240
CA425 0.0217 0.0406 0.0614
All 0.0368 0.0845 0.1182

identity (P;p), that indicates probability of two individuals within
the population sharing the same genotype, showed the following
overall values for each breed: 2.15 x 10~'7 (Appaloosa), 2.41 x 10~ 1°
(Arabian), 115 x10~'® (Uruguayan Criollo), 2.28 x 10~'> (Thor-
oughbred) and 5.95 x 10~ '8 (Quarter Horse). The values obtained
for combined Power of Discrimination (PD) and combined Power of

Exclusion (PE) for seventeen markers were, respectively:
Thoroughbred
0.01 Uruguayan Criollo

Table 2

Inbreeding coefficient (Fis) estimated for five horse breeds.
Breed Fis
Appaloosa 0.0183
Arabian 0.0240
U. Criollo 0.0332
Thoroughbred 0.0374

Quarter Horse 0.0491

Table 3
Genetic distances (Fsr analysis) among five breeds of horses from Uruguay.

Breed Appaloosa  Arabian U. Thoroughbred  Quarter
Criollo Horse
Appaloosa * 0.0677 0.0321 0.0607 0.0165
Arabian 0.0677 * 0.0765 0.1047 0.0720
U. Criollo 0.0321 0.0765 * 0.0876 0.0414
Thoroughbred 0.0607 0.1047 0.0876 * 0.0612
Quarter Horse  0.0165 0.0720 0.0414 0.0612 *

0.99999999999999999 and 0.99999 in Appaloosa breed;
0.999999999999999 and 0.9999 in  Arabian breed;
0.999999999999999999 and 0.99999 in Uruguayan Criollo breed;
0.999999999999999 and 0.9999 in Thoroughbred breed;
0.99999999999999999 and 0.99999 in Quarter Horse breed.

In Table 1 the values of Fis, Fst and Fir for each of the seventeen
loci and the overall can be found. The positive values of Fis (Table 2)
indicate heterozygote deficiency and sub-structuration in all five

Arabian

Appaloosa

Quarter Horse

Fig. 1. Neighbour-joining tree based on pairwise Nei’s genetic distances calculated between five breeds of horses from Uruguay.
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horse breeds, being Quarter Horse and Thoroughbred the breeds
with higher level of inbreeding. Based on genotypic frequencies of
the seventeen STRs of this study, pairwise genetic distances were
calculated between the five breeds, using Nei’s formulas imple-
mented in PHYLIP software (Table 3). The analysis showed a clear
separation between these breeds (Fig. 1). The major genetic
distance in these five breeds is between Arabian and Thoroughbred
breeds, while the breeds which are closer from each other are
Appaloosa and Quarter Horse, corroborating the historical data
that indicate the time and the way of each horse breed arose
[12-21].

Based on the largest publication and one of the most important
on allelic frequencies of the seventeen STR markers present in our
study [1], we compared the most frequent alleles at each locus in
three horse breeds that are common in both works (Appaloosa,
Arabian and Thoroughbred). In many loci, the most frequent allele
of the reference publication is not the same as our study. Regarding
the comparison for Uruguayan Criollo and Quarter Horse breeds,
since there were no publications with this set of seventeen STR loci,
it was made with studies using common genetic markers with the
present study (fewer markers) [17,22-24]. In all studies, in many
loci, the most frequent allele is not the same as our study.

This study presents the allele frequencies and other forensically
informative parameters of seventeen STR loci that have not been
published yet with horses from Uruguay. The presentation of these
data, with these set of genetic markers, for Uruguayan Criollo and
Quarter Horse breeds, is one of the first publications in the
scientific community. However, considering the large number of
animals for both breeds used in this study, and the results
obtained, it is feasible to assume that these data can be used for
forensic and kinship analysis, genetic identification and phyloge-
netic reconstruction. Finally, we consider important to determine
the allelic frequencies and other parameters of forensic interest
and genetic identification with animals in the same breed, in
significant sample size and a certain geographic region, similar to
what is recommended for human populations [25,26]. Thus,
common and rare alleles of the location will be known, allowing to
identify characteristics of each population as the occurrence or not
of sub-structuration, linkage to traits under selection, Wahlund
effect, bottleneck effect, etc. [22].

This paper follows the guidelines for publication of population
data requested by the journal [27], the recommendations of
International Society for Forensic Genetics (ISFG) regarding the use
of non-human (animal) DNA in forensic genetic investigations [28]
and the proposed allele nomenclature for seventeen equine-
specific STR loci [29] as recommended by the ISFG for the
nomenclature of human STRs [30].

Acknowledgements

This work was supported by Laboratério de Genética Humana e
Molecular of PUCRS, Laboratorio Genia - Genética Molecular; and
Coordenacgdo de Aperfeicoamento de Pessoal de Nivel Superior
(CAPES). We would like to thank Rural Association of Uruguay and
Uruguayan Stud Book for providing the population samples.

References

[1] LH.P. van de Goor, W.A. van Haeringen, J.A. Lenstra, Population studies of 17
equine STR for forensic and phylogenetic analysis, Anim. Genet. 42 (2011) 627-
633.

[2] OIE - World Organisation for Animal Health, http://www.oie.int/wahis_2/
public/wahid.php/Countryinformation/Animalpopulation (accessed
08.02.16.).

[3] Asociaciébn Rural del Uruguay, http://www.aru.com.uy/institucional/
informacion-institucional/ (accessed 08.02.16.).

[4] StudBook Uruguayo, http://www.studbook.com.uy/ (accessed 08.02.16.).

[5] S.T. Kalinowski, M.L. Taper, T.C. Marshall, Revising how the computer program
CERVUS accommodates genotyping error increases success in paternity
assignment, Mol. Ecol. 16 (2007) 1099-1106.

[6] B.S. Weir, Multiplr tests, Genetic Data Analysis II, Sinauer Associates, USA,
1996, pp. 134.

[7] A. Tereba, Tools for analysis of population statistics, Profiles DNA (1999)
14-16.

[8] L. Excoffier, G. Laval, S. Schneider, Arlequin (version 3.0): an integrated
software package for population genetics data analysis, Evol. Bioinform. 1
(2005) 47-50 Online.

[9] F. Rousset, Genepop’007: a complete re-implementation of the genepop
software for Windows and Linux, Mol. Ecol. Resour. 8 (2008) 103-106.

[10] J. Felsenstein, PHYLIP (Phylogeny Inference Package) Version 3.6, Departament
of Genome Sciences, University of Washington, Seattle, 2005 Distribuited by
the author.

[11] R.D. Page, TreeView: an application to display phylogenetic trees on personal
computers, Comput. Appl. Biosci. 12 (1996) 357-358.

[12] History of the Appaloosa, http://appaloosamuseum.org/history-of-the-
appaloosa/ (accessed 07.25.16.).

[13] A Special Breed The Appaloosa, http://www.amappaloosa.com/history/story
(accessed 07.25.16.)

[14] Arabian Horse History, www.arabhorse.com/arabian-horse-history (accessed
07.25.16.)

[15] The Arabian - Throughout history this unique breed has kept its legend alive,
http://www.scottsdaleshow.com/club-info/breed-information (accessed
07.25.16.).

[16] History of the Criollo breed, https://www.criollo-horse.com/en/history-of-
the-criollo-breed.html (accessed 07.25.16.).

[17] L. Kelly, A. Postiglioni, D.F. de Andrés, ].L. Vega-Pla, R. Gagliardi, R. Biagetti, J.
Franco, Genetic characterisation of the Uruguayan Creole horse and analysis of
relationships among horse breeds, Res. Vet. Sci. 72 (2002) 69-73.

[18] Thoroughbred, https://en.wikipedia.org/wiki/Thoroughbred
07.25.16.).

[19] M.A. Bower, B.A. McGivney, M.G. Campana, J. Gu, L.S. Andersson, E. Barrett, C.R.
Davis, S. Mikko, F. Stock, V. Voronkova, D.G. Bradley, A.G. Fahey, G. Lindgren, D.
E. MacHugh, G. Sulimova, E.W. Hill, The genetic origin and history of speed in
the thoroughbred racehorse, Nat. Commun. 3 (2012) 643.

[20] Quarter Horses, http://www.tshaonline.org/handbook/online/articles/tcq01
(accessed 07.25.16.).

[21] J.L. Petersen, J.R. Mickelson, K.D. Cleary, M.E. McCue, The american quarter
horse: population structure and relationship to the thoroughbred, J. Hered. 105
(2014) 148-162.

[22] M.A.P. Costa, R.M.C. Bressel, D.B. Almeida, P.A. Oliveira, L.N. Bassini, C.G.A.
Moreira, V.H.B. Manzke, F. Siewerdt, H.L.M. Moreira, Genotyping in the
Brazilian Criollo horse stud book: resources and perspectives, Genet. Mol. Res.
9 (2010) 1645-1653.

[23] M. Paredes, M.C. Norambuena, B. Molina, Diversidad genética de 12 LOCI
microsatelitales utilizados en pruebas de paternidad equina en Chile, Arch.
Zootec. 58 (2009) 111-116.

[24] A.T. Bowling, M.L. Eggleston-Stott, G. Byrns, R.S. Clark, S. Dileanis, E. Wictum,
Validation of microsatellite markers for routine horse parentage testing, Anim.
Genet. 28 (1997) 247-252.

[25] R. Chakraborty, Sample size requirements for addressing the population
genetic issues of forensic use of DNA typing, Hum. Biol. 64 (1992) 141-159.

[26] ]J.M. Butler, Forensic DNA Typing: Biology Technology and Genetics of STR
Markers, 2nd edition, Academic Press, 2005.

[27] A. Carracedo, ].M. Butler, L. Gusmao, A. Linacre, W. Parson, L. Roewer, P.M.
Schneider, Update of the guidelines for the publication of genetic population
data, Forensic Sci. Int. Genet. 10 (2014) A1-A2.

[28] A.Linacre, L. Gusmao, W. Hecht, A.P. Hellmann, W.R. Mayr, W. Parson, M. Prinz,
P.M. Schneider, N. Morling, ISFG: Recommendations regarding the use of non-
human (animal) DNA in forensic genetic investigations, Forensic Sci. Int.
Genet. 5 (2011) 501-505.

[29] LH.P. van de Goor, H. Panneman, W.A. van Haeringen, A proposal for
standardization in forensic equine DNA typing: allele nomenclature for 17
equine-specific STR loci, Anim. Genet. 41 (2010) 122-127.

[30] B.Olaisen, W. Bdr, B. Brinkmann, B. Budowle, A. Carracedo, P. Gill, P. Lincoln, W.
R. Mayr, S. Rand, DNA recommendations 1997 of the international society for
forensic genetics, Vox Sang. 74 (1998) 61-63.

(accessed

André Zoratto Gastaldo®"*
%pontificia Universidade Catdlica (PUCRS), Programa de Pés-Gradu-
acdo em Biologia Celular e Molecular, Porto Alegre, RS, Brazil

bLaboratério de Investigacdo de Paternidade, Centro de Desenvolvi-
mento Cientifico e Tecnoldgico (CDCT), Fundagdo Estadual de
Producdio e Pesquisa em Satide (FEPPS), Porto Alegre, RS, Brazil

Rodrigo Rodenbusch

Laboratério de Investigagdo de Paternidade, Centro de Desenvolvi-
mento Cientifico e Tecnoldgico (CDCT), Fundagéo Estadual de
Producdio e Pesquisa em Satide (FEPPS), Porto Alegre, RS, Brazil


http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0005
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0005
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0005
http://www.oie.int/wahis_2/public/wahid.php/Countryinformation/Animalpopulation
http://www.oie.int/wahis_2/public/wahid.php/Countryinformation/Animalpopulation
http://www.aru.com.uy/institucional/informacion-institucional/
http://www.aru.com.uy/institucional/informacion-institucional/
http://www.studbook.com.uy/
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0025
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0025
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0025
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0030
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0030
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0035
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0035
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0040
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0040
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0040
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0045
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0045
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0050
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0050
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0050
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0055
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0055
http://appaloosamuseum.org/history-of-the-appaloosa/
http://appaloosamuseum.org/history-of-the-appaloosa/
http://www.amappaloosa.com/history/story
http://www.arabhorse.com/arabian-horse-history
http://www.scottsdaleshow.com/club-info/breed-information
http://https://www.criollo-horse.com/en/history-of-the-criollo-breed.html
http://https://www.criollo-horse.com/en/history-of-the-criollo-breed.html
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0085
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0085
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0085
http://https://en.wikipedia.org/wiki/Thoroughbred
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0095
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0095
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0095
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0095
http://www.tshaonline.org/handbook/online/articles/tcq01
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0105
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0105
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0105
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0110
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0110
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0110
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0110
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0115
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0115
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0115
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0120
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0120
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0120
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0125
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0125
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0130
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0130
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0135
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0135
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0135
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0140
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0140
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0140
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0140
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0145
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0145
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0145
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0150
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0150
http://refhub.elsevier.com/S1872-4973(16)30196-X/sbref0150

e22 Correspondence / Forensic Science International: Genetics 26 (2017) e19-e22

Rosina Fossati
Carlos Javier Azambuja
Laboratorio Genia, Genética Molecular, Montevideo, Uruguay

Clarice Sampaio Alho
Pontificia Universidade Catélica (PUCRS), Programa de Pés-Gradu-
acdo em Biologia Celular e Molecular, Porto Alegre, RS, Brazil

* Corresponding author. Current address: Fundagdo Estadual de
Producdo e Pesquisa em Satde, Centro de Desenvolvi-

ment°Cientifico e Tecnolégico, Laboratério de Investigacdo de
Paternidade, Av. Ipiranga, 5400, Jardim Botanico, 90610—000,
Porto Alegre, Rio Grande do Sul, Brazil.

E-mail addresses: azgastaldo@hotmail.com,azgastaldo@gmail.com
(A. Gastaldo).

Received 7 October 2016

Available online 24 October 2016


mailto:azgastaldo@hotmail.com
email

	Population genetic study over 32,000 equines from Uruguay using seventeen forensically informative STR loci
	Acknowledgements


