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< AMERRIEAIR D B SRR (trophobalst stem cells; TS #ifd) Mz E Nz, T 5id FGF4
&Y AN PERRHESFRIID B3 (MEF-CM) DFF(E R TARIMEZHEFF T %, & SICRRIREE DM D
MEEEZ AT M TH S, TORED 5. IETH 0 FHIAIIZED K EE T dH 2 WiFLEIC B 2 A
ROFREZIRAT Z2ER MBI THZ EEZENT VD, T TS HIlEX HRMMEIC B TREBRE K
HIEANDMET B T EHMENT VD, AERICE T GFP B s 28 A Lz TSHlllaz Vw3 2 & T
BUATH 2 REBEMIIC BV T GFP OFBREMNZLT UL, FEREICIA S 5 —DDLDIEIEIC R %
DTEENNEEZ SN, GFP DI TS Hilld & [A55 TdH 2 7 Image J 72 W CTHOGIRE Ot 217 -
Too ZTORER. MROBNMEED 72 D OHOEIREIC BV TIERERE AN T % C & T I 5
MARENTZ, LA L, HIF2EANOSBREICIHBW T TS Mg & bR TRERBEAHIFIER 70 588 L
TWiec k7ZzRUTz,

1. ¥

1998 4F, < 7 AT BV THRRHIIIR D 587 & N7 R EZ BRI (trophoblast stem cells; TS Afifid) [ 1]
BHDERREZEGLTED ., MENREANDOMEEEE RENTWS [2, 3], TMWBIIBIEANTAT S
C & TR EDOMANRRICE 535 2 LM TE S, TS HIlEDORMEHERHCIE FGF4 B XU~ ARl
PERRMESERINE D S 0 E N2 KA T (MEF-CM) DEEENT WS, LA L, TOBERFNCE
WTE I Z— DR b LT RERE RSN R 5N 5, T OREREMALIEELN T DNA O D
BENTIRRE THINE T AAMEIE LI TH D . An DL EOA 26T 158Uk L 75> T b, BB XTI
BB RE U TR EREZ R U, RMANDBIROBICEE L R 5HldTh 5, Fimio2mEEich
Teo THIET 2720 [4], MBIERICEEETHD LEZLNS, T HIC TS HifdE FCGF4 B X T
MEF-CM DIFEE FICBW T, KREBEKMIIC BRMICMET 5 2 EhlEEN TS [5], TSHE
DZDEI RN S, IAETH 5 7= DWFEH R T b 2 MiFLIHIC BT 2 FEDEIKRD A 71 = X LOfiEH
[6] 0. MAESHEKC BT 2 BLEFHREAGEDIYY £ 2T 1 7 ALK % in vitro TIT9 7= DHE 7%
ME LRz eMffEN TS [7, 8],

1SR T EEBETF TR T 649-6493 LR D)IHE=48 930
2. R R R EYE T MR AN THEER T 649-6493 FKILERLO/IHFE=8 930
3. HLERZTR R - BAREREIZAEY Z— T 650-0047 SEEMEHHRKE BT 2-2-3
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L lal F2ERIC WV 72 TS M iX, B6D2F1 i~ A & LiR— & —#{ 7 TH % GFP #Ein r 2 EA L 2
C57BL/6] =7 A & DRZFUC K > TR O N WBIHEDN S B EN/T2EDTH O, TSHIICEVTE
THH NS GFP IR FIEFHE L TV 5, TSHIBRDMEIC K > TT D GFP OFMENED K S ICZ(LT 5 H
ﬁﬂ‘ﬁ?% T EIE TSHIRRDMEDIFIEE I 5 DT RV EZ 5N %,

T TAREBRICIE N T TS Mlah 5 HHINC /b U7z R BB ERMIIRIC T LT, Image J 2 WV THOER
Sz it 5 T & T TS Milla & REIE MR GFP SRS 2 L U 7z,

2. MBRlETRE

* TS Ml D& 2%

JY 7))V M TSHIRUC R LT MY 72> -EDTA Z2 VT M0 & TRl L. SOCEEMESE ~ T
CFP [GMEMIRI D A Z I A Too XA R A2 CHEEL 7o~ 7 AR IERRAESE A B~ A% 0.1 X 10°/
cm? £ 75% K5I HEME L 721%. FGF4 25ng/ml, Heparin 10 p g/ml 27N L7z TS Millaksth cHs#E 2175 7z,
TS A i K% M (& RPMI1640 [GIBCO] I xf L. Fetal Bovine Serum [SIGMA, 44k3398] 100ml,
L-Glutamin {& # 6.25ml, Sodium Pyruvate 100mM [GIBCO] 5ml, 2-Mercaptoethanol [GIBCO]
910 pl % fin 2. RPMI1640 T 500ml &£ T Fill-up L7z#Ic, 7 4 VX —iiw L. 4°C THEL
L-Glutamine 7KiA R (&7 100ml icxf L. L-Glutamine [SIGMA] 2.292 ghiz. #fi# L7z 15ml O
A=)V Fa—TIC 6ml 3EL. —20°CTIRE L Tz,

« TS HIlaoD [ ZEM /b Df i
TS FfCH LT R Y 7> > — EDTA Z IV T H—Hlifla & THEEEL . SOCIRMET ¢ GFP Baltiliad 4 7%
BZ Tz ¥5F 2 a— MUBZTT S IR ET « v & 2~ HIFZ%0.1 X 10* i /em® & 752 X S5 ICHEREL |
SIHEFRE R TR B 21T > Too MEFAE S 10%FBS [Fetal Bovine Serum, HyClone, KPK22095]
75h DMEM IZ PENICILLIN-STREPTOMYCIN[SIGMA, P4333]7% 100 5 RIC7% % K 2 I L CTHW .,
DMEM (&, ##fizk 1000ml IZ#} U Dulbecco’ s modified Eagle’ s medium [Nissui, 05919]9.5g Z Iz A 2 —
— T30 L. A= T =TI, 10% REKFZT U ¥ LKA 12ml, L-Glutamin
[slgma, 25030-081] 0.584g ATzt D27 4 )V Z—E L. 4CTRIELTZ, 10% RIE/KZET U
LIKIEWIE . #ERlK 100mlicet U, REg/k#EF FY w7 L [Wako,191-01305] 10g A TA—F 7 L —
7L, 4°CTRIF LTz,

- DAPI {135 KX U GFP O¥BiER

HE A HEHOMBICH LT, 7o vy aNOBERZRET, 4% /3T R)VLTIVT e R Mk E iR
[Wako, 163-20145] T 4°C, 30 0BG % Lic KD REELBLE Ufe, FEELE 1000 {ﬁ?‘ﬁiﬁbt
DAPI stock /A1R7Z INA =i T 20 77 L7z, SHDARREEDE L Tfro 7z, 60 771, PBS (—) T%

570, 2EIEH L. 3EIHOUHIZ DW T=iR. 5 0V Uiz, vhiHE. ﬁ:i’r’ﬁﬁﬁlﬂfﬁ?’(ﬁm%ﬁo 7’:0
¥ 7z DAPIstock & # & 4, 6-Diamidino -2-phenylindole Dihydrochloride n-Hydrate [Wako,
049-18801] %Z PBS () THMU. Img/mICFHFHM LTz, FIeARm b7 TS Mllldz H—filfd D IREE T
GFP D¥BZ iR B 7dic, VU 7> -EDTA Z W\ T H—#lifd X TRk L 72121C. FGF4. Heparin
DIFE R T 3 K& 217> 7co £ ORIFSAT CREIE 21TV HDCBAMET N TR 21T o 72,
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3. % R

HFEMN M EZRAR L TER, B & CHIRED E KL U R BB E AN O MED R S Nz, e
KA E M e 72 SO BATEE N CRIZET % & GFP DA DFEAICRIEL TV T LR E N
(X 1o

TSHifR FEEE X

fufgE{Z

- -
- -

(Scale Bar: 50pm)

1. invitro IZ351F % TS MO 8B FHM L

N5 OHIfE S Image J %2 FW CHIFEEIRIC 351 5 GFP OFRBIRE DT 2175 72 (K1 2) o HIEDHEH,
TS HilfE & SR E R MR O M 2KIC 381 % GFP UGB 7 Lhikd % & TS MIfaA S E IR~
9% & T GFP 4OEEME NI AN H 5 T A RE Nz, LA L, SHlilad iz b O GFP d)tss
O EZ RTH% & TS Hifld & L U CREFREHIIIC BUWTEMICEN T EAVRE NI,
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4. £ &

TS Ml R EHERHC RV E TN T3 FCF4 & <7 AT IO IFAE R TR R1TS T
THB X THIRE D EKRIE LT S DB Z R R ERE MR\ /Mb T 5 2 EAVRE NIz, TDin
vitro IZ351) 2 R EREAHITEANO MU EOWE LA TH 2 & Bbh s, X-HOCHME F ciigir
179 T LT &> TREBEERHNNCE T % GFP BWFEAICREL TERL TWA T NN E RS T,
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e CDJRME LTeERD 5 ARERE MO E R U 7o Ml E O R0 135 K 7R E DT DI Reikib LTz
MIEICIR S DTRAENNEEZSND, CTNLOHOEEAE % Image J 72 W TRIE 217 5 7o R 1H,
RoEfEE BT TS fifldicm <. RERERMIEANTET 5 ETRADTZHMICH S T ehRENT, L
AU GFP HUCHRE DR R Z LI 2 & SKEREAMIETIE TS MlROK 70 5L 7% T L AVRE NI,
C DT L& TS Ml REREIMIINIMEd % T & THIRDHMEIET 500, #55 - B < 72l
GFP &R L. —DOfiladh 7z 0 DHOGBEDRENEG KD EEALNS, TNHDTE XD, GFP D
OGRS KUCEMBZHT T 5 T LI1& TS Miflah 5K EREIHMIINDIHMEDTRBED —D L EDFED
TlREVNEEZLND,
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Spontaneously differentiation and gene expression analysis
of trophoblast stem cells that introduces GFP gene.

Keigo Matsubara ', Toshiyuki Takehara®, Ryo Kakegawa?, Naoto Fukunaga?,
Shunsuke Ito?, Hiroshi Ohta®, Kazuya Matsumoto', Kazuhiro Saeki',

Teruhiko Wakayama®, Satoshi Kishigami ', Akira Iritani' and Yoshihiko Hosoi

Abstract

Trophoblast stem (TS) cells are established from the blastocyst of the mouse. It maintains an
undifferentiated state of fibroblast growth factor (FGF) 4 and mouse embryonic fibroblast conditioned
medium (MEF-CM) . Moreover, it is possible to differentiate to the trophoblast cell lineage. In this
respect, it is thought to be a useful material that reveals the generation of the trophoblast cell lineage in
the mammal that it is viviparity and detailed investigation is difficult. Moreover, TS cells spontaneously
differentiate into trophoblast giant cells. In this study, it is believed to become the index of another
differentiation in addition to the form if the accumulative amount of GFP changes in trophoblast giant
cells that is the polyploid by using TS cells that introduce the GFP gene used. Then, the fluorescent
intensity was analyzed by using Image J whether the expression of GFP in trophoblast giant cells was
equal to TS cells. As a result, the tendency to decrease because it differentiated into trophoblast giant cells
was shown in the fluorescent intensity for each unit area of the cell. However, trophoblast giant cells

showed that about 70 times had accumulated to the entire cell compared with TS cells.

1. Department of Genetic Engineering, Kinki University, Kinokawa, Wakayama 649-6493, Japan.
2. Graduate School of Biology-Oriented Science and Technology, Kinki University, Kinokawa, Wakayama 649-6493, Japan.
3. Center for Developmental Biology RIKEN Kobe, 650-0047, Japan.
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<X AN IEMARIC BT B EGTA DR

U N (R S - - U < N - G S -Gl - S G AN
(/A NI (RN /S (& I i /NN NI M O B

2 B

AT IR LR R RS TR 2 O T FEF DV R R Hifli T % B, S
HEPEEERE. ZREOERIMUIKENZMIEN Ca® v L—ya vAEE IURINTICET
AT s ER & LTRSS N TE R, LML, 20 Sr* A5 &R S riitk ik, Ca® %
FROEE I (Ca (—) BEW) TIibNaZ B TH S, LhL, Ca (—) HERZHWZEE.
TEPERICPE S TEREELE DU F ORI C 2 L VO G E R EN TV 5,

EFEOWMHEN S, BEALVFL—FEITHSZ 7Y a—)VT—F)VY7 I VPUEEEE (Ethylene Glycol
Tetraacetic Acid ; EGTA ) Zifhid % C Lick b, —iRix Ca® SAKEN (Ca (+) K& 1chw
T&. BDF1 RMDON T A THIHRINTIELINZFE T E % T L RIRTTINDBHEMEN T EDIH S MM E
Nize EHICTOFHLAEERVZ Y A—VEOEREREEN TS o L L, BDFI R A
DS D<o 25 TORMAMEMEAEE N THE ST, £72 ECTA OO EDOFHNICOVWTE RHTH %,

Z TTARWIZETIE, ICR R~ 7 AR 1% VLT, EGTA Z# L7z Ca (+) & Ca (—) REEKIC
Ko TEMHbZITO, TEM LR OIIT- OIRERIC DWW TEEL - #iat 2175 7o

&

[

WL, WILEIC B B 2RE% O Tk, Ca®t IRIED @M RO (Ca* v L—ay) AL
TR BT EMBENTVS P, 2hid. MBMERT (MPF) QMR T8, 5 B iy
TEIELTWAIN PO HZHEE 5, TO—#HOHFERIE, SITOFREDIZDITIEARTRTH %,
AN THRIIAEME e & &, BFEMICCINS OFERME T SHWITFICBNT, 28 BN L e H5 2k
TH7HDORHZG ST ETHO., EFEOEMMHIEMIC BV TEERREHZE > TS, INE
T, NTHZRIIFEM LRI E LTid, =4/ —)b, BRIV I LA F ) T 7HE VT2
CONTHREHALGESFHENTER W, L L, ZOKRES TlE. Ca® ORI Xl &
NEDORTHH>Tzo —J7. SI% B EAEREHITIE, ZREORLI -, ENEMIEN Ca® 4+ L— 3
VAERETEMHIL, ST X BIEML TR, T AL KIS K- THIER T I N 2EROF LR
TR L TRV ELTE, BEZEORBICKEC2LDLHLUL TV ENEENTVS, BIETIE.
KRS 2BV T, Sr* 2RI FIRIEEDNES WS N TE D, IEDHIZETIE, Sr* HiAE S 2 5
TFAFMALD < 7 AL OWAEIN FIC BV CHEHTE S 2 L b £/, BIbMicEhTnsg 567,

N LSO 2T % L 5 dfdid, FRCEBRICE T, TOROBEICHEERKEZH > T
%o TDIWH, ZTOWEMEERBHETEMA GZHUENKRENT VS,

T D Sr*" 1T X BRI R ICIE, Ca™ (=) HEBERDPBETH S, LHL, Ca* (—) Hi&ik
ZZHOIZGE, W CICENVERAEE LI FORITHEC S ENHREINTED, £72Z2D—FT.

LSRR EGHEE TEM AN AN T #EIR  T649-6493 AL D) IIHif=4 930
2. EBAEEME T EEEFLHR T649-6493 AERILEAD/IFHE=4 930
3OEBERIREIRTIZEAT  T642-0017 FIMKLIRMERTHRRIR 14-1
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Ca®" (+) Bz WG LTI, BHc BT % Ca® DRICIKIE L. Ca® Ic k> T St Mgl &k
FIIFEMALDOMEN B 5 C L L RAICRE TN TS ©,

T O Ca* f#(E FIC B % Sr** DI FEMLIER OB EX. 1V L3 L— R EIDTRINS & - Tl
TEZCT N, EEREESNTVDS, BEAA 2 FL—EITH B ECTAIZ, Sr? kD & Ca® ICEEmIC
BEdTreVMEEE D,

D EGTA Z W TIEME L 2175 288, EGTA @ Ca?* FL— MERIC X - T, Ca®* OIEE FIicHBWVT
TH. SP T K o THIRINCIIFEMEZTTZ 5 T E DAL NSRS TV 5,

U L. BIEZE TIC BDF1 R~ 7 AN DI FIEHLIC I 5 ECTA IO B IR SN TR,
Z T CAWIZETIE, BDF1 DIANAD< T AR (ICR R#) I FZHWT, EGTA IRIASIR s bR, K/
ZDBOMFARICE 2 5582 Bt Uiz,

MRIETTE

TP LR AR O iR

HATC, WHORAK (mKSOM, M16, mCZB) & Ca** ZfR\W\ e ZNZN DR #EK (mKSOM, M16.
mCZB) Z{EM L. BSA ZMIERIZ %, 7. 100mM SrClz A kv 7. 0.5M EGTA A kv 7 1A%
TERKe T 4°CI-Hs

TR H, 2NN O I,

TEPEL RS B IR O T RIS B 200 p LI SrCle A b 7 VR B AK YRS 5SmM Ic 72 % K 5 IS &,
Z 12 2mM EGTA ZhnZ %,

SO L

AN S 8 ~ 12 JdindD ICR FAf A~ 7 2 i MEPERRAEECR )V E > (PMSG) 7 7.51U HEIFEEES
Z O 48 Ktz b MR MEMERRAEIECR L E Y (hCG) 7% 7.51U, PMSG & [AIBRICHEEICIES L, i Esp 2
Ak U7co hCC OGN 5 1 5 RHiRICHE L. INERZKEBEL D COC (cumulus-oocyte-complex; 55
FEMfEEEAR) ZHH L, 300IU O 7 )bun=4—+ (nakalai tesque) TH#HILZIB &RV, IIFDHZ
[ L7z, ZHh% Ca®* (+) B5#EWE (mKSOM, M16, mCZB) ic# L. S, BXURBAZDOE T )L
n= X —BEEREL,

[EIIY U 72 A5245011i&, Mineral Oil (Sigma) To 7z Ca® (+) HEEHROWMIC AN, FBREMHT S %
T37C. 5% COz2 5% O2 ICRESNIA Y F a X=X —NTHFELT

I T2 P & Bzt Ca® (+) OREEMREHIN S, Sr* ZETEE AR INEBEI L, 2hbHD
IIFIE 5mM A b F U L 5pg/ml YA AT B 258 mKSOM BE#ERN T, 37°C. 5% CO2. 5%
Oz T 6h 1539 % T & THAFREMIHIE L ZFR U, HAREOEELIZ, Ca* (—) BEEkDH 5V
EGTA M A > T3 Ca* (+) ¥R E, WO LT SIC I k> Tt h b, 7 LTIl Gtk
fb6hfg, XA 7ux_al—2—%2li>THIEL. UFOHEIIHK > TH LT

WD FEERED kR

YA FAZ72 2 B (SIGMA) 7% 0.5mg/ml Ic7x% X 95 1C. dimethyl sulfoxide hybriMAX (L4#%. DMSO:
SIGMA) IS L, ThZzA by 7k LT -20CTIR1F LTze TOA MY ViRlZ 5pg/mlicizd K9
IR E IR SIS U Wb 21T o 7o WMHERSHE. SRS R T 2 DO 29 % Ik
DH R L. 0.3%BSA Z#hN L 7z mKSOM N THi# L7z,
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TR LB DR ¥ D)%

LT 6 R DINFIc B % 0 8ld. RO K SISEDZ, (K1)

D EMEEINFE, 1 DO E 1 DO Mk Zlit L T0aE 0 (K 1-a), 2) ARIEMELIIFI35H
BEOTHRTEH M IHD) TEIELEZRIEONF (K 1-b), 3) MEHOWHFLMNEZ > T30 (X
1-0)e 4) BT (K 1-d)o AMETIE, 3. 4) ZXEDHTUPEBAEINTLLTWVS,

1. e OH¥ DOIERE

k30 FEMEER(MI)

RRERE I BITHR

Bar=50um

ZOHRIZ, St U E NI TFORBNDEI U, ZNTNOEBRIX /DI L > T 3 ELL EORAITE
WMORLBC ko7,

fEREER

RONS, VA 52 B2 U I EAEERIC BV TR b2 BT AW, I EROFEEDE
BRITo T VA M AT VB MR 2050 %, 2 D7 DIFRIBVENEBICSRTZIE D B T D |
FiRE UC AR RERE T D, T9. ke HOGE O E COREMRZT> 72, L
MU, WERREE TORERIZIFHITERTH 57, T ICRFRFES Y AHERINFRA O 2 Hilffaib]
EBTZREFILICERTZ EEZA SN, TORD, HELEROFEREZ IEMEICILEN %72, BDF1
DIFF 72 TR E ToREZR L (K2),
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2. Wl E coFt

Bar=100um

AFBR T, ICR HRHFIREE -2 AWV, @ Ca®™ (—) Biaik CEEOTEMH LA ER) L. @ Ca™ (+)
FE 2 +EGTA, @ Ca® (+) SO =FHOEMHLIER (ZhZh 5mM St™ Z23T) 1<K 2005
(LD ERB XU, I FRREROLKRZ BT A>T,

£ 1. Ca®" (0 & Ca® (+)+EGTA DIEMALRD Friig

EMHEIEBROIF (%)*
Aok SETEIEDR RIEMLI R REEEDN BITEN
[~ Ca(-) 48 35(73)z 4(8) 7(15)z 2(4)2b
mKSOM |  Ca(+)+EGTA 58 42(74) 8(13)a 8(13)a 0(0)
| Ca(+)-EGTA 42 10(24) 29(69)° 2(5) 1(2)2
[~ Ca(-) 56 45(80)° 4(7.3) 3(5.4) 4(7.3)e
M16 Ca(++EGTA 61 55(90)2 5(8) 0(0) 1(2)
L Ca(+-EGTA 48 9(19) 29(60)° 5(10.5)¢ 5(10.5)z
[~ ca(-) 82 55(67) 5(6) 18(22)z 4(5)b
mCZB Ca(+)+EGTA 84 72(86) 6(7) 5(6)2 1(1)=
| Ca(+)-EGTA 80 14(16)e 44(55) 13(16)= 9(11)e
HERPHERBLET D / EFERICEEERY (P<0.05) n=3

2 a0 2mM EGTA Z U7z 5mM Sr2t U ClE. 1% LU RO M T8 GRIEMILEN) #Z#LTHBO. <h

& Ca™ (—) iz Ve ERRED 2 WVIEZNLL ETH 5 T AR E iz,

7z, 2mM @D EGTA iz 755 129 N TOERERXIC LT 70% L EOTHEALIIDEED 5 iz,
DL EOFSEFRIC X D, BDF1 %Rk~ AHRIF - L [ARRIC ICR R~ 7 AHKRIIFIc BT &, EGTA ORS

ERPANOTMDIIFEMERZHREIC EASEZ NS EE o T2,



19

2 E XM

1 . Kishigami S and Teruhiko Wakayama T. Efficient strontium-induced activation of mouse oocytes in
standard culture media by chelating calcium rol.

2 . Cuthbertson KS, Whittingham DG, Cobbold PH. Free CaZ+ increases in exponential phases during
mouse oocyte activation. Nature 1981; 294: 754-757.

3. Yanagimachi R. Intracytoplasmic injection of spermatozoa and spermatogenic cells: its biology and
applications in humans and animals. Reprod Biomed Online 2005; 10: 247-288.

4 . Kishikawa H, Wakayama T, Yanagimachi R. Comparison of oocyte-activating agents for mouse
cloning. Cloning 1999; 1: 153-159.

5. Tomashov-Matar R, Tchetchik D, Eldar A, Kaplan-Kraicer R, Oron Y, Shalgi R. Strontium-induced rat
egg activation. Reproduction 2005; 130: 467-474.

6 . Ma SF, Liu XY, Miao DQ, Han ZB, Zhang X, Miao YL, Yanagimachi R, Tan JH. Parthenogenetic
activation of mouse oocytes by strontium chloride: a search for the best conditions. Theriogenology
2005; 64: 1142-1157.

7 . Marcus GJ. Activation of cumulus-free mouse oocytes. Mol Reprod Dev 1990; 26: 159-162

8. Yokoyama A, Eto K, Igarashi T, Ueno K, Kitagawa H. Embryotoxic effects of EGTA-induced
hypocalcemic condition on cultured rat embryos. Res Commun Chem Pathol Pharmacol 1985; 48:
309-312

9. Raz V, Fluhr R. Calcium Requirement for Ethylene-Dependent Responses. Plant Cell 1992; 4:
1123-1130



20 Memoirs of Institute of Advanced Technology, Kinki University No. 14 (2009)

The impact of EGTA as chelating calcium on oocyte activation in mice

Yoshiko Tsujimoto ', Satoshi Kishigami?, Toshiyuki Takehara', Masayuki Anzai®,

Kazuya Matsumoto 2. Kazuhiro Saeki?, Akira Iritani?, and Yoshihiko Hosoi?

Now, such an activation method is essential for the current assisted reproductive technology for somatic
cell nuclear transfer (SCNT) and producing offspring using spermatid. In mouse, Sr**-induced oocyte
activation is widely used for full term development. However, effective Sr**-induced activation requires
Ca2+-free media (Ca (—)) (CuthBertson et al,, 1981) . The recent study demonstrated chelating
calcium in media using ethyleneglycol bis (2-aminoethylether) tetraacetic acid (EGTA) as the metal ion
chelator can cause the efficient Sr**-induced oocyte activation under the Ca®*-containing media (Ca (+))
by using B6D2F1 mice oocytes (Kishigami et al., 2007) .In the present study, to evaluate the effect of
EGTA on efficiency of Sr**-induced activation of oocyte derived from ICR were activated in three different
media (mKSOM, CZB, M16) in 2 mM EGTA-included or Ca**-free media.

1. Graduate School of Biology Oriented Science and Technology, Kinki University. Kinokawa, Wakayama 649-6493, Japan
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