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FZE R S OEZE (£30) : Susceptibility of CMV depends on differentiation process of the cells.
We hypothesized that the susceptibility to CMV may highly dependent on CMV IE
promoter. According to the hypothesis we have proceeded the experiment to reveal the
relationship between cyclophilin and MCMV IE promoter. Unexpectedly we have found
that ES is the cell showing the resistance to CMV genome entry into the cell nucleus. Now
we are doing the experiment to find the mechanism of the resistance to CMV in ES.
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1) ES flifasyffe, #57%: ES/KSR 5Hi (600ml)
DMEM 500ml, KSR 100ml, ¥ /L & > &K
6ml, non essential amino acids 6ml, 2ME 600
w1(10™M), LIF 6001 (1000U/ml), $HLAKH
2) Alcaliphosphatase (ALP) 4% 4 | Nanog2.
Sox2, Oct3/4 FaEYeta|Z T ES MAD[RE
3) MCMV el (1. 4)—-GFP promoter recombinnant
virus, MCMV
factor (hEF) -GFP
virus O /EHRL MCMV smith #H R El
promoter—GFP, plasmid F3E® hEF promoter
% MCMV D%/ I 184443 & 187158 2R E 1
HAY A== a3 I TUA I AE
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4) ES. MEF |24 7 A /L AR CRRYL L, A1
AL M & BRI, B MCMV TEL HU5URs A5t
& (N2). GFP EEF&ILT v b HURIZ TRISTR,
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5) iel mRNA i 4 : jel-specific RT-PCR,

probe iel-taql-FAM ##5% (exon 3/4 splicing

human elongation

promoter  recombinant

i

junction comprised nucleotides 5 -6, 338
to 6, 328 on exon 4 and 5 -6, 205 to 6, 192 on
exon 3 (GenBank accession no. L06816).
primer iel_taq_forwl

(0ligonucleotide 5 6,393 to 6,367) ,

Forward
primer iel_taq_revl
(oligonucleotide 5’ -6, 139 to 6, 156 ) 133bp
DTuZ 7 MPNTE D, AL nRNA > 18S (2
THEAE(L, ES, MEF 75 )& 3, 6hr £ D mRNA
ZEE L, TagMan |2 CE&EAL LTz,

6) forskolin (FSK) & DMSO |Z¥&fi#. stock &9
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reverse

8)ES il #31F % FSK # 0> CREB, pCREB %%
{t.% western blotting IZ CHEZR

9)ES MifimZ MOI 5 Tlk¥: L. 24hr £1C
Trichostatin A(TSA), sodium butylate (SB),
FSK % 22 DS TP 24hr 2 meium
change, f&Yx 72 RFf % OMfE 2 EREL L |
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[B1%% ., EDTA- ~ U 7" Gl | [,
M55/¢B (135bp) : LCgB-forw
(5" ~GAAGATCCGCATGTCCTTCAG-3" ), LCgB-rev
(5" ~AATCCGTC

CAACATCTTGTCG-3"), 84,017 to 84,037 and
84, 151 to 84, 131 (GenBank accession no. NC_
004065) & b-tubulin {Z°C Cybergreen {ZT
MCMV 47 7 I DFEHEAL 24T 5

11)MCMV &Y% 2hr 412 CEE, B BAMEEIC
THIZE

12) In situ hybridyzation: MCMV genome @
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nick tranlation kit (2T FITC 7 XL ®D
probe Z{EHT %, FOHEYt% 3hr D MEF
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ERGEE D, £ FITC IZxT HHURICT
GeEY %47V, DABIZTHE LT

4. BFFERE

1) ES fif & MEF FEZIZISWTIT T A L A4
SH, AR A %EBL, mRNA (iel) D ED L
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3) FSK BTl ES MfRIZ 351F 2 MOMV Jsk gL sk
SZHHEOBMIIZE A EHR LRI,
TSA, SB BB 512 BUWTIIMOT 1 TIE#I 2%
F T, TSA+FSK IZF W TITA) 4% FE T MCMV &



YR MDY % 75,

4) ES T IX hEF promoter J& M X
taransfection L LI TIEMENH D12 B
57, hEF promoter ZfHAIAATZE T T A
JLAMCMY (28T, GFP FEBLUIMEF L0 &4
BT,

5)ES IZ831F 5 MOMV Offifamk . RA. BN
BATIZ. MEF &l 2 &g o L-r
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HIK L ES L0 bEnoTz

7)In situ hybridization IZHBWTIiX., BN
ZBIT D MCMV genome Zi8i%k3 25 v 7 F ik
ES TIL MEF & b4 % & HEICD R0, iPS
TIEZEOFE O T ETHD
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QU MO ki, ES Ml OEZ D HIT MOMV
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