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PRI EARR & 0.5%Pronase (Roche) TEMIRZFIEEL 72, Hi~ v AMfE - £Fy MHMLE 20%% &
T¢ DMEM(10%FBS #INEE#T 30 ofgE Lz, SV TINBRE 20%E/VE v Mi{k% & T DMEM £
HUZH L, FURFURSOSZ & o TIREIMNRER 2 BrE U7z, BB L 7= NERRIARSRIZ~ A b~ 2> C (Sigma)
W% UTe~ v AR IR TR Lic, DU ORISLITEER Y 1TV, S 647z ES Milgidt
N Tp— (BAAREFETE) BB L., —80CTRAFL,

FILAY IR T 7E2—EEH: =270 NI/ 58D BS #Milgz 99% % / —/VCEE L, %
BIXASBIT A I Y 74 A7 7 ZF—PYEF v b (Sigma) #HWTITo77,

REET - ES MFIT 10ug/ml =2 I K (Sigma) THEEE L, MBRSEFHICEFASEZLOEHER
Lz, ZTHOMIE%E 0.56%KCl TIRIRAE L, B A ¥/ — NV CEELEbDEERE Uiz, LT OY
BILEEB V1T T,

FEREE  ESHIREEER L, a7y MIko7z b, 0.25%Trypsin /0.04%EDTA-PBS(-)/IN % Bl 4 &
CHEHE S, BN L7 10%FBS-DMEM % %2 T 35mm X b U5 ¢ v & = (ZHIIEAS 1.6x10%ell/ml (272
DEIITE N, BT 2 BRI LT,

HERE ESHRZEEL, a7 MIRo b, 0.25%Trypsin /0.04%EDTA-PBS(-)/N 2. & %
THeME S, BN L72% 10%FBS-DMEM % MAC, €7 F v a— MLEZ L7z 35mm MREERT « »
¥ \CHIKER DY 1.6x10%ell/ml (2725 X 91T\ o, BEHIT 2 AT LT,
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BNVLTATE FCEE L DR AW, SEREAIIEEEYITok, REBRRVZHUAIZH Oct4 HL
&, PLSSEA-1 Hifl, #i Mvh HifkTH D, . SSEA-1 13 HRP #Fi CIT o 72, ;

RT-PCR : B8 L7cHifaX, MY 7Y BB IO MR IR E 38 CBURE L. totaRNA KEHRID 7D DY
Y7 E Uiz, FEBUT TRizol Reagent (Invitrogen) % FAVNTATVM, cDNA & pkiZ SuperScript I First-strand
Synthesis System for RT-PCR (invitrogen) %M L7z, M. PCRIZIZLATDO S T4 <=—%FEH LT,

Oct—4 F 5 -TGGAGACTTTGCAGCCTGAG-3’

R 5 -CATACTCTTCTCGTTGGGAATA-3'
Nanog . F 5-AACTCTCCTCCATTCTGAAC-3

R 5-ATTTCACCTGGTGGAGTCAC-3'
Mvh F 5 -TGCCTTTGCTCCGCACCAT-3’

R 5-TCTCGTCCTGCTAATACAATG-3'
Stella F 5 -CAGCCGTACCTGTGGAGAAC-3’

R 5 -AGCCCTGGGGCCTCACAGCTT-3’
Fragillis F 5 -TGCTCCGCACCATGAACCAC-3’

R 5 -GTGAAGCACTTCAGGACCGG-3’

FEZMHT : MYTITIL BIO RAD #LOEBAENT > 7 K T 5 Quantity One @& M L T, B BEFDOEE
BE{To7,
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IZIE—E & D Fragillis, Stella B FOREPMLELEZ bLD, SEIOFERIZB VTS, Fragillis, Stella &
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Examination of Floated Culture and Adhesived Culture in Spontaneous Differentiation
of Germ Cells from Mouse Embryonic Stem Cells

Hiroki Takeucti', Takeshi Teramura®, Nobuyuki Kawata',
Kazuya Matsumoto’, Kazuhiro Saeki®, Norimasa Sagawaz, Yoshihiko Hosoi® and Akira Iritani’

Embryonic stem cells (Esc), the cells have pluripotent and self-renewal, is very important technique for
developmental engineering and genetic engineering such as gene targeting. Differentiation of germ cells from mouse
Esc were to determinate the formation mechanism of germ cells and were very useful for reproductive assistance
medicine. This study examined spontaneous differentiation of germ cells from Mouse Esc which was established
from C57BL/6x129ter mouse

In this experiment, we established Esc of 16 lines (establishment rate:53%) with a popular method. As it was
possible that mouse derived from C57BL/6x129ter Esc was produced by Tetraploid complementation method, we
decided that this cells were Esc lines with pluripotency.

Vasa, in which expressed at an early germ cells formation stage and homeobox gene of Drosophila, was
identified homolog in mouse. (Mouse Vasa Homolog;Mvh, 1994.Noce, et al) In this study, we used the early stage
which Vasa express as a barometer that germ cells was formed.

As the sample of differentiation, we used embryoid body(EBs) that differentiated Esc in floated Culture and cells
that differentiated Esc on a cell culture dish. We carried out RT-PCT with total RNA of samples mentioned above
(day2, 4, 6, 8, 10, 12), teratoma, and testis, ovary, muscle of C57BL/6 adult mouse. As a result, with progress of
differentiation, Mvh expression has risen and expression of Stella and Fragillis, germ cells related gene, has stated.
In teratoma, Mvh, Oct3/4, stella, and Fragillis expression has objected. From these genes expression has risen by
progress of differentiation, it suggests possibility that the cells like germ cells was generated in this differentiation
method. We are examining immnocytochemictry method and analysis on qualitative RT-PCR.
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