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Figure Transcriptional activation of the ATERT promoter containing E-box
cluster by c-anve.  Upper panel shows the schemalic representation of the ATERT
promoter region.  The genomic fragments of E-box cluster were amplified using
the indicated primer sets ( arrows) as described in "Materials and  Methods”.
Then, the genomic fragpments of E-box cluster (E-box|, 2, 3) were inserted into
CMYV promoter driven-luciferase construct (pGL3-Promoter), and used for analy-
sis of transcriptional activation by c-mye.  The «-Myc hinding sites (E-box) are
indicated by triungles (Wu et al., 1999), and bent arrow indicates wraslation stan
site (ATG). Lower punel shows the transcriptional activation of ATERT by -
myc. A c-nve expression vector { pcDNA3 /HA-c-myce ) or control vector
(pcDNA3 ) were co-trunsfected into A349 cells with different E-box cluster-
reporter plasmids by LipofectAMINE PLUS reagent.  For each transfection, the
firefly luciferase activity of KTERT E-box cluster-reporter constructs shown in
the upper panel was normalized with Renilla reniformis luciferase activity driven
from the co-transfected pRI.-SV40. The means from the three independent
cxperiments are shown.  Bars indicate standard deviations.
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Figure Transcriptional repression of the ATERT promoter by

MyoD. A human MyoD ¢cDNA expression plasmid (pcDNA3-MyoD)
or vector alone (pcDNA3) was co-transfected with the firefly luciferase
construct (pGL3b-1391, pGL3b-801 or pGL3b-286) and the pRL-TK
into the A549 cells (A) or HepG2 (B). The means from the three inde-
pendent experiments are shown.  Bers indicate standard deviations.
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Figure Transeriptional repression of the ATERT promoter by 1RF-1.
A human /RF-1 ¢DNA cxpression plasmid (pcDNA3-IRF-1} or vector
alone (pcDNAJ) was co-transfected with the firefly luciferase construct
(pGL3b-1391, pGL3b-801 or pGL3b-286 ) and the pRL-TK into the

AS549 celis (A) or HepG2 (B).

experiments are shown. Bars indicate standard deviations.
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£15. DB EREGRROEEGEBRERREDOZHOD

Mo URT7A—A—Ya v iRk

iilr?fﬁt)a‘;(;it cells CIC&II(I)%’ gnffnlg?)cy No.of focipitex
A 3111 100 03 £048
Ab 1063 23+123
A6 1108 4701628
L11 144 8 114.1£1332
L21 126 2 845%£5.10
A311143 M Cxx 22 30045158

*average w ify SD of 15 plaks
**¥A 3111 cells w ere treated w ith 0.5 Mg/ 1of 3-M C (positive control)

F16. EEARPEBROMEL FLE LEBET

Code

Gene

AD8e
Aldl
B(2a
B0O2b
BO21
B02m
B06g
B07e

COo1k
C03m
DO5b
DO05e
D06d
E07k

integrin beta 7

insulin-like growth factor binding protein 10

c-fos proto-oncogene

FBIJ osteosarcoma oncogene B

Jun oncogene

junB proto-oncogene

HSP27, HSP25,H SPB1,g rowth-related 25-kDa protein

N-oxide forming dimethylaniline monooxygenase 1

hepatic flavin-containing monooxygenase 1

dimethylaniline oxidase 1

retinoic acid receptor beta,n uclear receptor subfamily 1 group Bm ember 2
caspase-activated D Nase,D> Nase inhibited by DNA fragmentation factor
insulin-like growth factor II precursor, multiplication-stimulating polypeptide
leukemia inhibitory factor,c holinergic differentiation factor

proliferin

non-receptor type 16 protein tyrosine phosphatase
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1T HEBPBROSEU LM S - ET

Gene

ADGf
Al8c
AlOn
Allc
Al2a
AlZe
BO11
Bi4d
Colc
C03j
C07m
Ci2n

Do6l

Dldg
E02n
B04f
EO8f
El3k
El3n
FOli

F2g
F03a
F0Sh
Fi0j

Cdk 6 inhibitor, Cdk 4 inhibitor C, Cdk mhibitor 2C

fat tumor suppressor homolog (Drosophila)

thrombospmdin 1

wvasciler cell adhesion molecule 1 precursor

cysteine rich intastingl protein

delta-like Bomolog §, preadipocyte factor 1, SCP 1, FAL, ZOG

1 APC-binding protein

HSP60, H5P65, HSPD1, mitochondrial matrix proteinP1 precursor, 60-kDa chaperonin, GroEL protein
apoptosis inkibitor 1

clusterin preqursor, dustrin, spolipoprotein J, sulfated glycoprotein 2
platelet-derived growth factor recepior alpha precursor

Hek2 murine homotog, Mdk5 mouse developmental kinase, Epb-related tyrosine-
protein kinase receptor

pleiotrophin

small inducible ortokine A9

avian sarcoma virus CT10 {vcrk) cacogene homolog

non-receplor type 11 protein tyrosine phosphatase, phosphotyrosine phospheatase
Cdk7, CDC2-refated kinase 4, Cdk-activating kinase, 39-kDa protein kinase, MO15, MPK7
serum-inducible kinase

histidine triasd mcelotide-binding protein, protein kinase C iota

menage & rois 1

a disintegrinlike and metalioprotease with tirombospondin type 1 motif protein 1
matrix metslloproteinase 9

lerge multifinctional protease 7

developmentally d neural precursor cell expressed

tubulin cofaclor a
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80.0

60.0

40.0

up regulated

Ratlo

20.0

E% i "“' Py @*e‘*“&%“‘ *é‘“@"“e"'d‘* 2

2001L gene BO02a: cfos proto-oncogene )
. B02b: FBJ osteosarcoma oncogane B
B02: Jun oncogene

48, WTFhrOWHEGHRE T, FORBASHEULETFTLTWEABETF

DOGh: plelotrophin

E13k histidine triad nucleotide-binding protein
protein kinase C iota

Fo3a: large multifunctional protoase 7
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F18 RENEBROMEL LT LI B’EF

ns~

G enes upregulated G enes dow nregulated
A5 ¢-fos proto-oncogene (33.0) large multifunctional protease 7
FBJ osteosarcoma oncogene B
Jun oncogene
junB proto-oncogene
HS P27, HSP25, HSPB], growth-
related 25-kDa protem
N-oxide forming dimethylaniline moncoxygenase 1
hepatic flavincontaining monooxy genase 1
dimethylaniline oxidase 1
insulindike growth factor If precurscr,
multiplication-stimulating polypeptide
AB integrin beta 7 fat tumar suppressor hamolog (Drosophila)
retinoic acid receptor beta, nuclear receptar thrombospondin 1 (15 8)
subfamily I group B member 2 delta-like homolog |, preadipocyte
poliferin (10.7) factor 1,SCP L, FA1,ZOG (12.7)
clusterin precursar, clugrin, ipoprotemn J,
sulfate]:i glycoprotein 2 polpep
pleiotrophin
matrix metatloproteinase 9
large multifunctional protease 7 (20.7)
L1 insulm-like growth factor Cdk 6 inhibitor, Cdk 4 mhibitor C, Cdk inhibutor 2C (11 5)
1 binding protein 10 fat tumor suppressor hamolog (Drosophila)
c-fos proto-oncogene (79.8) m],mpo,jl'f 1
FBJ csteosarcoma oncogene B (10.9) vascular cell adhesion molecule 1 precursor (17.0)
Jun oncogene (26.3) delta-like homolog 1. preadipocyie
ase-activated DNase, DNase inhibited by factor 1,SCP 1, FAL,ZOG (11.2)
NA fragmentation factor EB 1 APC-bindng protein
lenkemia inhibitory factor, cholinergic HS P60, HSP6S, HSPDI, mitochondxial matrix protein P1
differentiation factor precursar, 60-kDa chaperonin, GroEL protein
apoptosis inhibitor 1
clusterin precursor, clustrin, apolipoprotein J,
sulfated glycoprotein 2 (10,0)
platelet-derived growth factor receptar atpha precursor
Hek2 murine homolog, Mdk5 mouse developmental kinase,
Eph-related tyrosine-protein kinase receptor
pleiotrophin {25.2)
smal inducible cytokine A9
avian sarcoma virus CT 10 (v-crk) oncogenc homolog (11.0)
non. tor type 11 protem tyrosine phosphatase,
phospiom%he osphagse po®
Cdk?, CDC2-related kinase 4, Cdk-activating kinase,
39°kDa protein kinase, MO15, MPK7
serum-inducible kinase
histidine triad muicelotide-binding protein,
protein kinase C iota (344)
menage a troés 1
adisintegrin-like and metalloprotease with
thrombospondin type 1 motif protein  (11.8)
matrix metatloproteinase 9
large multifunctional protease 7 (10.4)
developmentally d neural precursor cell expressed (15.0)
tubulin cofactora (11.8)
L21 c-fos proto-oncogene (30.3) Cdk 6 inhibitar, Cdk 4 inhibitor C, Cdk inhibitor 2C

Jun oncogene (11.1)
poliferin

naneceptor type 16 protein tyrosine phogphatase

fat mmor suppressor hamolog (Drosophila)

cysteine rich intestinal protein

delta-like homolog I, preadipocyte
factar 1,SCP 1, FXI,Z

clusterin precursor, chistrin, apolipoprotein J,
sulfated glvcoprotein 2 (10.0)

pleiotrophin (252)

histidine trisd rurcelotide-binding protenn,
protem kinase C iota (17.2)

large multifunctional protease 7 (16.6)

Genes in black and red were up- ar down-regulated more than 5-fold o less than 10-fold and mare than 10-fold, respectively.
Fignees in parentheses ndicate fold-increase or -decrease in gene expression campared o parental cells.
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**P<0.01

*P<0.05
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X657 LIV AT ROFRMIL TV RERY 7 2o hOEIS D 1o

(1238 ) EAE )
(a) 12 weeks implantation
90
3 Control
® 80 B Bag
870 OSpleen
o 60 & Spleen+Bag
g5
g
S 40
O
G 30
g
= 20
©
5 10
5 0 e — T
X
CDs8 CD4+CD8

K19 LIET Uy RDOFW M TV 2 SBRICE B YA AL BE A

(1238 L U 2438 R EAEBE)
12 weeks 24 weeks
C B S BS C B S BS
m™ea - {1 {1t} -+ o+ %
IL—4 - - - {
IL-13 - - - - ND
wy o - L) ND

C, control; B, bag; S, spleen; BS, spleen inside bag.
N.D,, no determination;T , increase; |, decrease;-, no increase
than control; + , no or almost no increase than control.
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X 58 & F_TF F~DFlAsH DA RIZEB T B X /7F FRICHT5EB
OB

WREE, MELERL2BR, ERiT4~5ETV (MEIXEAENRER -
B 08B0 . BRI HEBREETRLE,

D2O®®G

q P
U TN

O=w—H—

@TNF-a  300pg/10ul
@TNF-« 600pg/10pl
@TNF-a  1200pg/10ul
G®TNF-C-tagl 1/4
@®TNF-C-tagl 1/2
@Control

®v—1—

29kD T

21kD

59 C-REZa-~V 7 ABF F LML 72 TNF~o OREE L O

TNF-oftEkZ VW EB EEO V=2 ¥ 7oy MERTH S, Control it Shuttle
7 & —%4LE U7 HeLa MilE D155 L&, TNF-C-tagl OREIISNE LBOAREECHL
PLTW3S
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140%
120%
100%
80%
60%
40%

Bl60 C-RMIIA~TELEHD WV iZa~Y v ABE 7% /0L INF-ad NIl REETE 1

Control i Shuttle <% ¥ —% & L/~ Hela MM OGR FEEHT, #51T Control %
100% & LT, ZOELSRTHT, TNF-oaiddhl 50ul icimL-E%F+, =0k L
DFRERLET,

Ex: §04nm —  TNF-C-tagl

P Control

—— == Culture medium

Fluorescence intensity

520 550 600
Emission wavelength nm

BI61 IRMAMHOBRMNBED C-HRIRZF 7 %45 L7z TNF-a (TNF-C-tagl) @ FlAsH i2 & 283
Lk INF-C-tagl R AF V2 72FALTENMLELDTHS,
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