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TACE siRNA  Qiagen
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KURABO
Keratinocyte-SFM medium (Invirtogen)
epidermal growth factor (EGF) bovine
pituitary extract (BPE)
cell line
FRSK cells (JCRB0005) Health Science
Research Resources Bank (Osaka, Japan)
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(5)Alamar Blue cell proliferation assay
FRSK cells (5.0 x 10%) 96-well
multiwell plate 24
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(6)In vitro migration assay
FRSK cell 24-well
multiplate
Yellow pipette tip dish
cell free area dish
TACE 1
UM 20
Scion
Image 3

(7)Extraction of Total RNA
Total RNA TRIZOL (Invitrogen)
RNase free DNase
RNeasy Mini Kit (Qiagen)
(8)Real-Time Quantitative RT-PCR
Real-time PCR LightCycler thermal
cycler system (Roche Diagnostics)
QuantiTect™ SYBR Green RT-PCR kit
(QIAGEN) RT-PCR TACE

GAPDH  primer



TACE: forward primer 5*-ACC TGA AGA GCT TGT
TCA TCG AG-3"

reverse primer 5°-CCA TGA AGT GTT CCG ATA
GAT GTC-3"

GAPDH: forward primer 5%-GAA GGT GAA GGT
CGG AGT-3"

reverse primer 5°-GAA GAT GGT GAT GGG ATT
TC-3*

TGF-a  HB-EGF amphiregulin(AR) CCL2
CCL5 CCL27 CXCL10 primer  TAKARA
RT-PCR

The cDNA products were amplified with 40
cycles of PCR

first denaturation 95° C 15

94° C 15

annealing 53° (GAPDH) 55° C (TACE)
58 (CCL2, CXCL10, TGF-a , HB-EGF and AR)
60 (CCL5 and CCL27) 20

72° C 20

denaturation

extension
quantification program

software (Roche Molecular Biochemicals)
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(10) In situ hybridization
TACE primer

cDNA Primer

5"-TAA GTA CAT GGG CCG AGG AG-3* (forward

primer)

5"-TCC AGC AGC ATC TTC ACA TC-3" (reverse
primer),

PCR pGEM-T Easy Vector (Promega)

DIG RNA probe
MAXIscript™ in vitro transcription Kit
(Ambion) DIG Labeling Kit (Boehringer)

15Sum
MAS 4%
paraformaldehyde/0.1 M sodium phosphate
buffer (pH7.2)
Acid Detection kit (Boehringer)
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