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Effects of Tazarotene on the Expression of Tazarotene-induced Gene 3 mRNA in Normal Human Keratinocytes
ZHENG Yan,LUO Su-ju,PENG Zhen-hui,et al

( Department of Dermatology ,Second Hospital of Xi’ an Jiaotong University ,Xi’ an 710004 , China)

Abstract: Objective To investigate the alteration of cell proliferation and tazarotene-induced gene 3 ( TIG3) mRNA ex-
pression in cultured normal human keratinocytes after tazarotene treatment. Methods  After 24-hour incubation with 0. 1 and 1
pmol/L tazarotene of normal human keratinocytes, the proliferation potency of the cells was detected by MTT colorimetric assay and
the expression of TIG3 mRNA was examined by reverse transcription polymerase chain reaction (RT-PCR) and real-time quantita-
tive RT-PCR (TagMan). Results After treatment with 0.1 and 1 wmol/L tazarotene, keratinocytes proliferation was inhibited by
5.0% and 11.1% ,and TIG3 mRNA expression was induced by 2. 1- and 2. 8-fold , respectively. Conclusion Tazarotene can in-
hibit keratinocytes proliferation and elevate TIG3 mRNA expression.
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LB IT R =Y A BRI —FP, ZE IR
LREEBIRIT B T E I Dbt B o
RN B EERIE M AR 2EE, Mm%
VTRl 5@ 55 LB 1T 5 2 (5 (tazarotene-induced
Gene,TIG)-1,2,3 MR AT A EEERY . HIKL, B
ETERIN ML B T A BB IR 0 IE W A A I L4
J, F 0 X 40 3% 7 F TIG3 mRNA kB, L
BT LS T HIE T EANLE.

1 SRIAEE

L1 FEEFFES AR R4 T 5 5
(KC-SFM) . fi¥# DMEM ., Dispase B (il & K Gibco 2
A)) BT (ERERF BB B RAF]) , TRIzol
B (fn &K Invitrogen 23 7)) , RT-PCR &7 & (&
K Fermentas /A 6] ) ,TaqMan 2 x PCR {§-& ¥ ( #H ABI

(ST A] HZAKRBNFELSEEH T E (No. 30371295,
30400387) ; BRTHE B AP 4 BE BT H (No. 2004C211)
[fEFRA] 1 HRIERFE BRI, BRI Fi%  710004;
2 WAL BB BERRRL PRV FiR 710004

[AEE®A] MH(972 -) , X BEEHTELHA, EHREM, B¥
4, ET N TR AN BT

~H)) ,PCR BLE k5| ( H 4< TaKaRa /A ] ) , Centrifuge
5417R & #H K E 5.0 ¥l ( £ [E Brinkmann Instruments
Inc. /A H)) ,GeneAmp 9700 PCR { ( 32 [® ABI A H]),
PRISM 7700 PCR {%(ZH ABI A #]) .

1.2 SEHB:

1.2.1 FERARERARESR BERETLERY
RIEE, YebRB L, Dispase BFIHL, M BEREK G
B, RGBS S EDTA B A WIHAL , 0 BEARIE R
40, in A KC-SFM, B F 37°C 5% CO, 16 i 3L 54+
BEgE, B3 ~5 RAMFETERD . M4 M 80% mi4
B, AR 0.1 1.0 wmol/L fibF.B 1T B 1S 52 MK, 4k
SEHEFE 24 h,

1.2.2 MTT R0 BT AL 40 R M 658 K 40 B B
TI6FLEE IR , 7 4 HI80 % Rt A B, TN A &0. 101
1.0 pmol/L M. B ITHIE IR, 5555 24 b A
MTT, BHE 3 ML, HBEERLHNER S BEAR
ZEXRA(RMARERB LA . USEaXE
ZH A FENE , 7E 490 nm P KA IR SEREME ., KM
(%) =1 -A490 nm ( SE562H 400 ) / A490 nm ( X} &
ZH AR x100%

1.2.3 E RNA 32ELH cDNA &/ #% 10 cm® (3%
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FME) A 1 mL TRIzol $2HUE RNA, B4 484X
BRI EUHHT. 1. 2% DR B ik £ E RNA
B2 o, 4N 5r 66 BE 1T RNA & B4,
cDNA B4 B ERVE P24 He R S B #EAT

1.2.4 RT-PCR & TIG3 mRNA PCR KR K
12.5 pL,42#% 10 x PCR buffer 1. 25 pL,dNTP 0. 8
pL, EWEFIT W54 (TIG3 & B-actin) £ 0.8 pL,r-
Taq 0.08 pL,cDNA 2 pL, MR HEEAKZE 12.5 pL,
R 2544 :94°C 5 min, 8RS 94°C 30 s ,55%C 30 5,72°C
1 min,f&3F 40 &, &5 72°C 10 min, TIG3 L #5|%
R %1 . 5'-CAGTATTGTGAGCAGGAACTGTGA-3', T iif
B 9 FE %1 . 5'-TTGGCCTTTTCCACCTGTTTAC-3' , = 4y
84 bp;B-actin 5|9 51 .5 -CCTGGCACCCAGCA-
CAAT3', F 5|9 ¥ %1:5'-CTGATCCACATCTGCTG-
GAA-3'F=47 125 bp,

1.2.5 5CEEE & RT-PCR &3 TIG3 mRNA  SCRT &
B PCR MR Z K 25 pL,OfEAR cDNA 2 pL, Tag-
Man2 x PCRIEAW 12.5 pL, T &8/ 8.5 uL,
AT #5149 (TIG3 B B-actin) & 1 pL, ¥ H5MF
#:50C 2 min,95°C 10 min, RJ5 95C 30 s,60C 1
min, {E ¥ 40 K, TIG3 F1 B-actin {) 5| ¥ FF ¥ W, RT-
PCR F7 3, & & 4> 5 F 5'-CCAGCTGAGATATG-
GCAAGTCCCGC-3’ ( TIG3 ) 1 5'-ATCAAGATCATT-
GCTCCTCCTGAGCGC T-3'( B-actin) , 7E PCR ;12
WL AR, BB ESR 3 K,

1.2.6 il A2 *BaEsn e
RT-PCR ¥4, T8 S R ERHHNEFEN FEHE
<t R BT OB B3, XA B AT B R E
—4k, LA B TSR RNA SRIB R 2 BT
%Iﬁﬂgﬁﬁ,ﬁg AA Ct = ( C t1'1(;3 - CtB-actin) ;ﬁgﬂ
~( Ctyg = Cty ) MTERA, Ct BNIGAIEIFREUE, A
PCR ¥ B, KA ESH IR REH A B K
B B 45 s BT B B PR SRR B, S5 AR <DNA iR
TR NBURR o GEit2E53 47 R A SPSS 11. 5 k{4
47 One-Way ANOVA w f§ Dunnett-t 85, P <0. 05 0|
WAFGIHEBE . ERAx s FR,

2 &HR

2.1 BT AR AR E NN D
TT R4 £ O B4 B B 3858 ,0. 1 A1 1 wmol/L 1L,
BITAEEE M OB A S, 40 568 R TR ol 40 M 3
% 5. 0% f11.1% (£ 1),

2.2 S RNA4iFERFRETE ZWE A260/280 L
{B#E 1.7 ~1.9 Z(a], %8 RNA L5, Bk ExR 18 s
128 s WA, ULBA RNA SERMRF(E 1),

£ 1 MGILB T AR R A KT R

P I3RS A490nm  HIHIER(% ) t P
pogiit:cl 0.41 £0.01 010.5
0.1 pmol/L {53 BYT 0.38£0.02 5.0:1.5 11.1° <0.01
1 pmol/L fiH. BT  0.35£0.03  11.1x3  23.3° <0.01
B 5 RA B

28s

B 1 £ RNA HiJkK

100 bp
250 bp

1 2 3 4
TIG3(A):1 %0.1 pmol/L fiH.FVT,2 H9 1 wmol/L 3. BT ,3 Jxt M
4,4 9 markers (DNA Marker DL2 000 ) ; B-actin(B):1 2 0. 1 wmol/L
fBHFIT,2 K 1 wmol/L H.BVT,3 K34 ,4 2 markers
2 RT-PCR #&#ll TIG3 mRNA fy#ik

--------------

A % TIG3 mRNA 5 12 . A B4 KW K 0. 1 pmol/L LB 1T
SRS L pmol/L MLBIT ;B 2 Bractin 95" R IR 22 M KK
ARG 0.1 wmol/L fBHLBIT 1 wmol/L MBHLBIT
B3 SAPEEER RT-PCR W3 ek L 59 1%
B WAERE AN Cu il
2.3 RT-PCR RGBTt RT-PCR &M A3l B 1T
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£ R TY AR4EHA TIG3 mRNA X PCR ¥ 18 A
2,5cRf & PCR Y MR WA 3, IE¥ AAM BB R4
AT 5k B 19 TIG3 mRNA,0.1 1 1.0 pmol/L i,
BITHEFE , TIG3 mRNA R AN, 53513 B iE

HxTRAR 2.1 2.8 f5(5R2)
®£2  fBILBITX TIG3 mRNA Fik M

TIG3 Ct f B-actin 2~ 4AC , P
AhE B t i -
ho gihc | 29.7£0.117.5£0.1 110.1

0.1 pmol/L {3, BT 28.8£0.117.7x0.2 2.1x0.3 2.3* <0.05
1 pmol/L BT 30.3£0.119.6+0.1 2.8+0.2 3.4* <0.01

2 T AACE RIS B A9 R A T IE ¥ 0 MA SN FR.
XH AA Ct = ( Ctyyg — Cta.min)igﬁ?ﬁ - ( Ct™® -~ Ctg.actin ) X B4
* % MR tha

3 Wig

ELRH EEMEZREE AARERHMATER
X/ E ) TIG3 mRNA, R TIG3 7E4E++ A fRTE Bl 48
MREEEASE R R — . T ITLHEE,
AT A BT AR 4 A R 38 FE A | TIG3 mRNA H) R
Eo

I BT R —FP%E A BR3Z /&K (retinoic acid recep-
tor, RAR) $E#PE4E A RS9, HoE 1 BIE RAR B
1y, TS T U 2 R 00 2R 5 T R Y9 41 1 3% 7 F 4y
fo fFL B ITRIE A _FiA TIGL, TIG2 1 TIG3 ik
T A P L 38 8 O 0 48 0 PR T o TIG3 XUFR4k
A B3 K )X B F 3 (retinoic acid receptor responder 3,
RARRES3) 5k4 A B2 2 1 (retinoid-induced gene
1,RIGL) , B ML B 7T 4b 3 J5 B9\ A3 BOTE A 48 B
5383 B R B — o 11 28R 0 F, 5 H-rev107 5 52%
HIRIEYE . FEER ERAL $,TIG3 REH LI
RAREER LR, ERAERR, SEFHSAHL,
TIG3 7E4R B 7 25 40 MU F B 1R 40 i 1 B R P &
BT, ZE R BSR4 B R xR BR

TIG3 HYEFITT B 5% IR EE i) KC 2R ML ME
KEEA X, TSN, TIG3 al ) Hil 5% 75 4 8K 40 K%
HUHLFRF EcR -293 BHMARKAERK ., ERERME
S4B MO B R, SN HLE 1T JE FI A TIG3 myREFt
B, RN TIG3 ZEN RMILT ITHIER T REEELE
YT, EHEFERSMESER A TUY A RIESS T fe 4l
BT AL 3 W 40 I IE H A B R 40 e A s R B R
TIG3 mRNA #)Rik,

B2, AL TSN AT 40 il £ R 1 4 G 3
FFNEES TIG3 mRNA B3R, XXHEFLE VTR A R
TR AR RERI R FINL I — E iR RERL BT
fBFLZ 7T X £ TR I 4B MO D RE VR 1Y B Bk 4> AR R AL
HETH—P PR .
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