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1. HK-2 % 32 %

# HK-2 W ¥ % 10-cm dish ¢ » » 7 5 10 % FBS -
1%Penicillin-Streptomycin #<2 % 22 DMEM 3 &% 2273 4 » 3 % 3
37C - 5% CO, & fa® -+ 2-3% ¢ fresh growth medium containing
10% FBS until confluent -

2. RT-PCR
S B gL HK-2 fm#2 > * TRIzol reagent 3¢ P~ total RNAS »

iz {7 RT-PCR 4§ % 5 -Actin ~ Fibronection ~ Type IV collagen ¥ TIMP

10 957 g S 4eT

95C -~ 54 4 -- 1cycle
95C ~30%) —
60°C ~ 30 %) —» 35 cycle

72C ~304 —
4°C ~ oo

3. Rapamycin 22 TGF- 51 k2
HK-2 m?z 51§ 16 -] pF starvation id2 {é » 4 ~ Rapamycin £
TGF-B1 &2 - ~F %1% 2. Rapamycin jk & 4 5 250 ng/ml ¥2 1000
ng/ml » TGF-B1k & 5 5ng/ml -
4. Microarray ~ 17
HK-2 ‘mP & = B k27 » % - 2 iddle &2 2p e r
Rapamycin 1000 ng/ml i 48 ] PFadZ (s > 2 4&* TRIzol reagent #-
HK-2 % lysis» #- cell lysate % *+-80°C %13 » LR iz 2 P i i3

Microarray 4 #7 °
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1. Rapamycin ¥ extracellular matrix (ECM ) synthesis 38 58
d Bl- 7 Ao fedndlledprt 0 b 2 ek R o0 Rapamycin o3 ok B R

F87 F 5 B-Actin ~ Fibronection ~ Type IV collagen 2 TIMP 1 % ECM z F]h#

(A) A -Actin (B) Fibronectin
24 hr 48 hr 24 hr 48 hr

(©) Type IV collagen (D) TIMP1
24 hr 48 hr 24 hr 48 hr
1 2 3 4 5 6 M M 1 2 3 4 5 6

LaneM  100-bp DNA ladder

Lanes1,4 I+

Lane2 Rapamycin 250 ng/ml 2 24 | p
Lane3 Rapamycin 1000 ng/ml /&2 24 |- p#
Lane5 Rapamycin 250 ng/ml 32 48 /) p
Lane 6 Rapamycin 1000 ng/ml /&2 48 -] p#

Bl- ~ HK-2 fw% i 16 /| PF starvation &2 {8 > 4 » Rapamycin 250 ng/ml 2
1000 ng/ml A" &] A2 24 P52 48 5 $3 A F A L2 B - (A) B-
Actin (B) Fibronectin (C) Type IV collagen (D)TIMP 1 -



2. Rapamycin & TGF-8 1% & ¥ HoK cell & 2 ECM matrix e+ 58
dBl- 74 & TGF-B1 % &7 0 7 % 4% Jk & (1000 ng/ml) £ i Jk & (250
ng/ml) = Rapamycin AJZ 44>t + it v 5 ECM A Flend EHa P P -

(A) B -Actin (8) Fibronectin

(€ Type IV collagen (D) TIMP 1

M 1 2 3 4 5 6 1 2 3 4 5 6 M

LaneM  100-bp DNA ladder

Lanel #r#le

Lane2  Rapamycin 250 ng/ml &J2 48 -] p#
Lane3  Rapamycin 1000 ng/ml &J2 48 -] p*
Lane 4 5ng/ml TGF-51 &J2 48] pF
Lane5 Rapamycin 250 ng/ml £2 5ng/ml TGF- 51 &J2 48 /] p*
Lane6 Rapamycin 1000 ng/ml ¥ 5ng/ml TGF- 51 12‘@3’. 48 | pF

Bl- ~HK-2m% & TGF- A1 % =™ » 2 Rapamycin 250 ng/ml ¥2 1000 ng/ml /e
I A8 ) pF o HIT A TR T2 B o (A) B-Actin (B) Fibronectin (C) Type
IV collagen (D)TIMP 1 -



3.Rapamycin $#+ 2 v A F1 & B2 R
Ry Bl- 2 Bl=- 2 %% > Rapamycin 22 TGF- 31 %+t ECM (Extracellular matrix) 2. % &
BERE Tt APEF Microarray ~ 17 1 35 3 Rapamycin 3t 2 v A F1 L 2 2 4ok
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Table 1. Genes differentially expressed in HK-2 cell treated with rapamycin

Up-regulated expression (Ratio>2.5)

Gene Product Accession no. Locus Function/Process
EYA4 Eyes absent homolog 4 NM_004100 6923 Protein tyrosine
phosphatase activity
JAG1 Jagged 1 NM_000214 20pl2.1 Transmembrane receptor

Down-regul ated expression (Rati0<0.37)

Gene Product Accession no. Locus Function/Process
LOC51333  Mesenchymal stem cell NM_016643 16pl1l.2 Zinc finger protein
protein DSC43
BPY 2 Variably charge protein Y 2 NM_004678 Yqgll Fertilization
PPARGC1B PPARG coactivator 1, beta NM 133263 5032 Transcription regulator
CXCL6 Granulocyte chemotactic NM_002993 4g21 Chemokine activity
protein 2

HOXC4 Homeo box C4 NM_014620 12913.3 Transcription factor
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