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| (Abstract)

mswﬂam“ﬁ“lﬁ’ﬁwﬂﬁiﬂauﬁﬂﬂaiq’f’;ﬂnaﬁ"lvﬁu%uaﬂ”rcmnﬁmﬁwﬁﬁﬁmummumﬁ
Lﬁm’ﬂmmﬁﬁwmuﬁmei’h"lﬂfluflf\iumﬁ"mﬁﬁ]mnﬁuﬁﬂssmanut’h TavHinisnanes
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| ummaau Parthenogenetic Tusaun1s Tnaudimuidannisidendnveusadfionianth
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AGUITANTZAUAD 7% leMUBA WU 5 WiTllnznszduaeAIs CHX-CD U1 5 Falus dau
nquildesnszdudn cHx-cD uwi s $aTue fnmf?un‘gﬂ'qﬁaﬁiaﬂﬁwm“lumamnﬁ'qw‘i‘@
arnrsumunifazmsigdszezumalada wud lunduusn drgeunnanisan
mmﬂeﬁj@‘%wﬂﬁ'ﬁaéauuu’sﬁ'mimvﬁaa"em Parthendgenetic “lummzﬁﬁaéeuu‘mﬁ'muaz
 #a80U Parthenogenetic uammmmwﬂnammﬂu uadnsIMIITygIzernegamay
umalade vesdaseon Parthenogenetlc mmwmaauumwmm“lnammﬁumﬂ@uummu |
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199U Parthenogenetic ﬁqam‘1ﬁaé@uummaua:uu’aﬁ1uTﬂauﬁq (43.3%, 16.4%; 37.5%,
7.9% LAz 29.3%, 5.2% ATNE1AD) mﬂmﬁmamm1J"16’1’0'1931’36?3uummﬂﬂauﬁﬁ'mﬂ’ﬂ%
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uvi'umﬂ 7% 1BMUBA 1Y 5 WTAzNTEAuAeRIs CHX-CD W 5 ¥alue Mudiniild

Renseuszezuaraladmnandinguiingzdudans CHX-CD ww s FaTug
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In this study, we pefférmed cloning of leopard czﬁ usingﬁbroblas‘c cells from
abdominal skin co‘mpared':with ear ﬁbfoblast of domesﬁc cat and parthenogeﬁetic :
acﬁVation. From ’the exp’eriments,' we found thét'the ﬁsion raté between leopard cét “
fibroblast and enucleated doméstic cat éocytes was- higher thah doméstic cat célyls
(84.5% and 63.3% respectively). Both gioups of thé{rekconstructed embryos were
separated into 2 groﬁps. ’The”ﬁrst group was activatéd by 7% ethanol for 5 minutes
the;n followed by ‘CHX.—CD for 5 h. The second group was dife;ctly cultured in CHX-
CD for 5 h. (Without ethénol). Then, éil of the activated embryos were cultured in
vitro to evaluate the cleavage rates aﬁd embryo d‘evelopmer‘xtaylyrates. After fist group
activation, we found that - the cleavagewof leopard cat embryos were lower than
domestic cat embryos and partheno;genefic einbryos as well. While thbe developmental
rates of domestic cat embryos and parthenogenetic ’embryos were similar. However,
the development and blastocyst stage kof parthenogenetic embryos were higher than
domestic cat embryos but similar to leopard cat embryos (59.7%, 12.0%; 35.5%, 9.2%
~ and 40.0%, 11.2%, respectively). For the second group, fhe cleavage rates of leopard
cat, domestic cat and parthenogenetic embryos’ were similar. However, the
development and blastocyst stdge of parthenogenetic embryos were higher than
leopard cat and domestic cat embryos (43.3%, 16.4%; 37.5%, ’7.9% andk 29.3%, 5.2%,
respectively). The results from this ex:periment can be concluded that leopard cat
could be cloned by using domestic cat oocytes as recipient cytoplast and the suitable |
activation procedures for cloned leopard cat embryds is 7% ethanol for 5 min then

followed by CHX-CD for 5 h.
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(Materials and Methods) |
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2.1, forinaaey |
Y [y ‘ § ' . )
i Tmanoery 9 ey - 3 1 malisludesiianuguamngil 24 + 2°C nazarugu
T o 19)d v o o I Ay - o as ' Zl 9/
neralpedalluasadnduay 12 $aluanesienruguaseunisiuda swnsuanihlduuy

ad libitum .

2.2 undafanvedly
| Tanmanszdudanaeslang (Superstimulation) : wwameiiorzgniagssTuwuite
ﬂﬁzﬁuiﬁ"lﬂm"?ﬂujmn%uﬁ'w Equine Chorionic  Gonadotropin (eCG, Folligon®, Intervet,
Netherlands) $7124 200 iu Tasuiadiy 100 i Tufunsn Gudl 0) oz 50 w Tufud 2 uaz 3
¥&9InTa 6CG AT A 168 fi?ﬂm%'w‘hmsnhéfmnmﬁaamﬁu"l*limn%"q"hi Tagaenaal
1313R38 0.002 mg/kg Atrophine WAz 0.5 mg/kg Xylazine nAvuEn 5-10 U A 20 me/kg
Ketamine hydrochloride w&svinuuiaauiwinismdadlanimes Lﬁawﬂ%'q"hiﬂzﬁwmssﬂﬂ"hi
eon Taoldnszuenfarwing 1 ml Weudefufuving 266 edhiigeliudahnisgaly
281V 1NG 1 mnifuﬁwdauﬁ@ﬂ"lﬁ'mazmaimfm modify Dulbecco Phosphate Buffer Saline

(mDPBS) + 0.1% Polyvinyl Pyrolidone (PVP) &211114 fill coCs auldndvagansseni

2.3. msiaes Wilvignluvasauda (In vitro Maturation)
i ¥ - o @ . : S
Tifinidstsnunszgainnsafunazdausninsanigldndesganssend Tnsmaiinves
‘ ) & o o 1l a Y . e 1
Johnston Hazamz (1989) s¥aiilu Grade 1; Excellent iilu linlivad@aydndousoudiasialy
9 v
9819008 2 $u AuoelaTanaraFududaus sumaueiy  Grade 2; Good/Fair 150 luATsad
) i =t & o W
AyRadeuseulitaudlidanue dveslaTanaradududduIswaneiu Grades;
Degenerated 11Ul hiflimadfiydafousen FvodlaTanaadudane dnvuzludadier T
=] ] o ;.-3’ T :' ) ar dw w Y
aau damenimme Winsa 1 uag 1In3a 2 uwihinisneass laades llmhedmiv@es lldgn
o 1 v 3' dg’ Jd :I Y
Tunasaufalusasidaulad 10 Tuaier 50 p Jusu@easnd 35 mm (Nunc) Agursathadae

mineral oil (Sigma, M-8410) 188401818 5% CO,, 5% 0,, 90% N, flgungl 38°C 1w 24
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3139 150 28 $1Tua thordmiudes lvldanlunasaudidszasudieien TCM199 @y
#38 0.36 mM Na Pyruvate, 2.2 mM Ca Lactate, 2.0 mM L-Glutamine, 1.13 mM Cystein,
0.3% Bovine Serum Albumin (BSA, fatty acid free), 0.5 iw/ml eCG, 1 iw/ml Human Chlorionic

- ®
Gonadotropin (HCG, Chlorulon —, Intervet, Netherlands)
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2.4. M 3911 Parthenogenetic activation
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Cycloheximide (CHX) 11a% 1.25 pg/ml Cytochalasin D (CD) neld 5% CO,, 5% 0,, 90% N, ‘ﬁ
qungli 38°C w5 $2Tu rhuﬂduﬁﬁmqﬂnﬁséj’uTﬂﬂnmgﬂaﬁluﬁyw1 TCM199 + 0.3% BSA
fAuI0 CHX uaz CD w5 99 Tue (Wifienuen) meldaanzinadeumioudunguusn
Hﬁ'ﬂmnifu"hif?mmﬂfjugnﬁmnﬁyﬂwiﬂ“lmfwm Tyrode’s medium 1 + 0.3% BSA finquéag
mineral oil Tugasidau’ly 10 Juaien 50 w (Badideaniold 5% CO,, 5% 0O, 90% N, i
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2.5. M sealalananadsig 5y
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Yo Tawara@un1ol4 first polar body NzdneenIAIUUBA 1Y (14 2) st udine in
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a au
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¥ 9
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¥ ¥ ¥
amazendas 70% euea dasumisrhteuiluFudng vinadszum 1 x 1w i
k4 3 9
wilaTteunanius seldou@euaad e 60 NN (Nunc) HATUTUMITaA
o 3 - 3 H R sl 7 .
ﬂiz%ﬂﬂllﬁﬂ mnuumummxﬁmwaﬁ alpha-Modified Minimum Essential Medium (o-MEM) +
¥ v
10% FBS $117u 5 ml idnlididsslugdeufigamgd 37°C moldusseinia 5% CO, in air iy
o | u PR aws @ Lo
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] e A Y q ¥ %
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2.8. MatdvsnasasduLuLAnn
ol]?ﬂid 7 9 ol oy o o A < /
i linRamaddunuundniigiedmivyenesad (0.3M Manitol + 0.1 mM MgCl,,
61,0) fadumialinazisaddunuyldmnzamdnimsienszualiihdonmnsd i
30 V UIU 30 psec #IMU Fusion electrode (g'ﬂﬁ 5) ﬁi%@h‘e’i’é}ﬁUiﬂ?@&ﬁ]‘WﬂizimWﬁ1 Voltrain
EP-1 (Cryologic)
o/ o A o 9 e &2 o o/ P = () 4
WSS uadid 00 wid feiimsagnreusasimsenaaved Jufumad
9 = d's A w o o 1 ' v [~ v 1l [ 9
vy Widuaasuradaunuvedauysaizganieemiy 2 nqu Tunguusngnaszdu
E F o v
Zay 7% emuen Wl 5wl wndusiudidsaliniien TCM199 + 0.3% BSA uANAIY
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~ (Discussion and Conclusion)

nsldeos Tuuigu eCG vio heG ﬂszﬁ'u“lﬁ'aﬁﬂmm?mumm‘lﬂiuazﬂszé’uiﬁzﬁﬂmi
ﬂﬂ"lf\i”luﬁ'csri'xcﬁu 1u¥1 (Boland Az AN, 1991), A9 (Wolfuazﬂmz’, 1990), A5A18 (Maurer
LUaTAMY, 1968) 1aTNY (Edwards 1iaz Fowler, 1960) sudu dmfunu nsldeedTuufte
“aszdu ldnazse lilswaulumsii ive (Goodrowe HAZAME, 1988; Johnston LIAZAME, 1991;
Donohue HDZANY, 1992; Swénson uayany, 1996) ua:v‘hwawﬁﬂu (Howard ttazaz, 1992)
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gmumsilnauds e 18 ignudadeailigningaiiaunieadsneuirllle
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Tn (Cibelli unANIT, 1998; Kato IInzAME, 1998), W (Baguisi HAEANE, 1999), MY (Polejacva
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Am:ﬁmx, 2"000) i‘mzum (Fahrudin xmmmx, 2001; Du lnzane, 2002; Gomes azams, 2002;
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