unfiao 230904

SHAINTING  TRG5080007
¥olnsams 113 ﬁnmgﬂu‘u'u epigenetics Y93 mesenchymal stem cell Tu passage ﬁhﬂ‘] MUNAI
g Y (a e '
msaed lurienlginms
o v Ad A .
Forlnide As. el iy Ino
L] = ar o -~ A o
miheisouazwanwadduduiiaionymansunnd
MATFAMANT-UTIN AUzINNEMEASTE S IFHEINE ININOIABNTAR
E-mail Address bsuteevun_1 @ yahoo.com
32ezIa1INIINS 2%
Sagilszasd : rednBannunlaeunilasveenaln epigenetics Fuilunalnlfniugumsuanseanyos
= Y o =
ouluaaduiuila
as g ° ~ A o ar 7o o 1 P o =) =1 ar 4
SEnsNAaed:  LINSININARIAINGSH 14-16 FUANMIIUIU 10 MBI IdTuMsturenilumeanyal
u.r o =1 9 o = =1 g w ¥ ar v
Snysgminnuoniuadauiuiia (AFS) uazimziaoa i Idmoiug AFS vewsazdoo vhmsﬁnm
TlsAusumzuuinmad 1dus SSEA4, CD29, CD34, CD44, CD45, CD73, CD9O, CD105 nax CD133 1u
S o ; . 4
passage 7139 mscnaéf AFS U9 nA DNA ilas RNA e ldinseiseay global DNA methylation %3 DNA
ar o 4 =y =i i A w .
wzgnaadaoion lsisumizine 18 14ina To ladiAes o danududuvos s-methyl  cytidine lav

-] T =4 ar o = = o d‘!
munmmmannunwvimmgm Llﬁg‘ﬂ1fl1‘J'ﬁ’ﬂH'lﬂ1ﬁtlﬁﬁslﬂﬂﬂﬂlﬂﬁﬂuﬂﬁ]'lﬁv’wﬂﬁﬂ%,’lﬂ cDNA IND

As1MIs TR NS ILaaeenuetdulas 3 viia 14U IGF2, MEST tag SNRPN Aa0inAln real-time PCR

I 1 i & ' & Y
WAMINARRY:  WUIIEAA AFS Mimizdsamouensimelmsilaounlaivesszay global DNA

£

methylation 11@ZN1TUAAIODNUYBITUHIT HasananiinudeandsstuluszdumIiaa0anvIBU
° 'y o ' a = s ¥ s 3 a ] A S 1
$1 udeselsBaunysssumsuaaseenvestudiding 3 sfiavuliuuiTiduanauiieiadoglu

= E ) A A ' = a o
passage “C’JQ‘WH !1a3ﬂu1ﬁu1‘i| AD NUMMSLUTAI0DNUDI IGF2 llﬂ'TlNﬁu“uﬁﬂ'ﬂﬂ?”luﬁ‘lll‘lﬁﬂ(luﬂ'ﬁ

E ' @ A o -
sy N urasauiuiining

zl' lg o " y at .W o
apdwamsmanes :  lumsanuaseiidiseldnuiiicr2 engmitann T ldidludinneguamves
Qe é -3 o o -3 =) :;ﬂ = =)
AU self-renewal Y01 AFS 18 FaashIfaunsadadenmeiuiveusadduduianilszdniam

guielFdmFumsSnndiheluowan’ld



Abstract 2 3 O 9 04

Project Code TRG5080007
Project Title Epigenetics of mesenchymal stem cell in ir vitro culture at different passage
Investigator Tatsanee Phermthai (Ph.D)

Embryonic stem cell research and Development unit

Department of Obstetrics and Gynecology

Faculty of Medicine Siriraj Hospital, Mahidol University
E-mail Address bsuteevun_1 @ yahoo.com
Project Périod 2 years
Introduction :  To explore epigenetic pattern of amniotic fluid stem cell during in vitro prolonged culture.
Materials and Methods : Ten sample of amniotic fluid from 14-16 weeks pregnant women were derived by
routinely withdrawal for prenatal diagnosis. The using of human sample was approved by the Ethics
Committee of Mahidol University and all participants gave informed consent. The stem cells were isolated
from AF samples and made a clonal AFS line culture to passage 15 in each sample. The AFS at passages 8, 12
and a last passage were characterized for specific surface markers, SSEA4, CD29, CD34, CD44, CD45,
CD73, CD90, CD105 and CD133 by flow cytometer. The AFS samples were extracted for DNA and RNA
using phenol-chloroform. For global DNA methylation analysis, DNA was enzymatic treated to obtain single
nucleoside for the 5-methyl Cytidine concentrations observation. In observation of imprinted gene expression,
the cDNA was made and used for finding the expression levels of three imprinting genes, including IGF2,
MEST and SNRPN using real time-PCR with selective DNA primers.
Results :  Our results explore the variable patterns of global DNA methylation and three imprinted genes
expression during the in vitro extended AFS. Three imprinted genes show the instability of the expression by
gradually decreasing pattern over subculturing passages. Interestingly, we found the association between the
IGF2 expression pattern and the maintenance of self-renewal characteristics in AFS.
Conclusion: Our r-esults suggest that the expression of IGF2 ﬁay be modified to use as a predictor for self-

renewal capacity of each AFS line. It can make high value for AFS line selection for future therapy.





