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RO EE (3530) : A change was recognized to gene and protein expression of

fibrillin-1 and versican in the fibroblast derived from a rat temporomandibular joint

disc by culturing for mechanical stress.
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MR FE 2R TORERMBEER->TETE
D, ZTOFRRDOIEHBRD LN TND, T2,
IEHR ORI BT, BREEED — > Th
5 FHEE ORI T IC L~ T, EEDF KA
O FHBIBIE, HDOVTIESHEF &4
ER|ESILTVBD, ENCT5H 205
RITELHENL SN TR, BIEETHOLEZA,
SABAHIIE DOFAE (2B 32 IEMEIR AT = X AIEA

« MRAESHINE - fh )R 7)

HTHD,

FABIENIL, MISHE & TR LA E A 9D B
THY, AEROBHOHF T RbEMRIERER
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&  (Kimura, 1990; Hart et al., 1992;
Korioth et al., 1992; Tanaka et al., 1994).
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1) 7 N B S AR F TR 2R R 5% o> B

Z v NEBAE AR DR D /N & T T AT o
Ty —L EIZE X 10% B A ITEE T
AIL7= minimum essential medium 3K
(MEM. Invitrogen: =Y 100units/ml.
AR T R A 100pg/ml, L- 7 VEIEA)
F1C37°C, 5% CO2 BRBL FIZTHEERL , 75
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STB-140 STREXcell stretch system
(Strex Co.)% FVNTZ v NFABE AR b SR e
TEHE RS (A R A AT L7, 50pg/ml T Y
AT = kA —T A T LT AT 4V
a3y e F 3 — EZ1x105cells/ml DRI
THEREL 7o, THRIEE# %, 80% 7 a7 1>
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B3R T H % O Z > MR B IR FH R MR AE 2
% 2% /XT3 )V 5T VT B RTCE5~10%7 [ [ &
L7z, PBS (Phosphate-buffered saline, pH
7.4) THE L, — KPR [ goat anti-human
fibrillin-1 polyclonal antibody (1:100. Santa
Cruz) . rabbit anti-mouse versican (GAG
o-domain) polyclonal antibody (1:100 .
Millipore) . rabbit anti-mouse versican
(GAG B-domain) polyclonal antibody (1:100,
Millipore) ] CZ 2 IR IZT605y M LGRS
W7z, PBS THHLI-#%E., “RFLIKEL T
Alexa Fluor®488 donkey anti-goat IgG
(H+L). Alexa Fluor® 568 goat anti-rabbit
IgG (H+L) (Invitrogen) #Z NN =IEIZT
4077 MRS SE T2, PBS e, LA —%
—BAMEEIC TR LT,

4) Real-Time quantitative PCR 1512 X5
fibrillin-1 & versican ® mRNA F§¥
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BE £ 14 1R R A E 27 A 2> RNeasy Mini
Kit (Qiagen) %\ T total RNA ZHhHL7=,
FhH L 7= total RNA (2% L Omniscript
reverse transcriptase protocol (Qiagen) %
HAWTRT IbEIT-7,

Fibrillin-1. versican & internal standard



ELT?» GAPDH (Z%4 % primer XY,
TaqMan probe (exonuclease probe) ZF%&tL
72 (F&1),
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cDNA 22T GeenAmp 5700 Sequence
Detection System (Applied Biosystems)%
W T, TagMan probe (Z X% Real-Time
quantitative PCR {E& 1T o7, GOV RERIL,
b Ct EICRDFE I E B UG LT, #Eat
SSHTIZiZ, Student's t-test &V 7=,

1. Fibrillin-1 3L versican @ primer 33X TagMan
probe DELFI

fibrillin-1

forward : 5-GCATCATGCGTCGAGG-3’
reverse : 5-GGACGCTAAAAGCACGGTAA-3’
TagMan probe : 5- CGTCTGCTGGAGATCGCCCT-3’

versican

forward : 5-ACGTGCAAGAAAGGAACAGTTG-3
reverse : 5-"TCCAAAGGTCTTGGCATTTTCTA-3
TagMan probe : 5- TTGCGGCCAGCCCCCTGTT-3’

GAPDH

forward : 5-GCGGATCCCTCTGCTCCTCCTGTTCGAC-3
reverse : 5-GGAATTCTGACAAAGTGGTCGTTGAGG-3
TagMan probe : 5-CTCCTCCTGTTCGACAGTCAGCCGC-3’
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fibrillin- LIk S %S > TR — R R
MRICBlE S, M B IRDOETTRAIZ R LT (K2
(a) . control: fibrillin-1) , — J5 . versican
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L Twi( 2 (a) . stretch: versican
(a-domain), merge),

Fiz, HEFIZ LD versican (B-domain) D
RSN DIRE X, versican (a-domain) XV
LTI (K2(D), stretch: versican
(B-domain)) . fibrillin-TiZPCE§ 21FE O SO
B Cholz,

2) Real-Time quantitative PCR {512 L %
fibrillin-1& versican @ mRNA RO FE &

JE A R i B o0 s R fibrillin-1 mRNA
(TR R L FEiE L CHIBAE (n = 3, p<0, 01) i
WL Twiz (M2, fibrillin-1) ., — 77,
versican mRNA [ 3fH &2 L0k RREE DY
8f%(n = 3. p<0, 005) ([ZH ML 7= (K3,
versican)

HEFIC LD AT =TV AR A 2L - T,
fibrillin-1 & versican O 57 mRNA O35
DB BRBEIMNBOHINTZM, versican D
mRNA ORBZE{LiT fibrillin-1 &IEEILTH
FELWEINAE R LT,
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stretch
versican

M control ¥ stretch M control

fibrillin-1

X2. Z g BA S AR R SRR ME SE AR L 351 5 JE 1
P e R IS A T 12 5 fibrillin-1 B8 X WY versican @
mRNA FHLDZAL.

Fibrillin-1 BX O versican ® mRNA FHDOZE
{tIZ-2V T TagMan probe (Z&% Real-Time PCR
EEATV, iR Ct {EZ W T3 E &IZE - T
PR R L7z, Fibrillin-1 (23 Crf IREEE HLEGL
THI 3.2 % (n=3, *p<0, 01). versican (2R TiL
#) 7.8 fF (n=3, **p<0, 005) DHINZE/RLI.
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