PO 00 http://www.cqvip.com]

~— 536 — EXRERARFE 2008 £F 335 58 (Journal of Chongging Medical University 2008. Vol.33 No.5)

SCEEHE £ 0253-3626(2008 )05-0536-05

RNAi PLEK PLCs % Crocin 33 AR BIU-87 40Kty
YE R 3 I

ﬁ%% 1’%"’ 'i"i‘ 293'37]‘(%1’ lvg%% l’ﬂ }tjf lyyﬁﬁﬁ !

QERERRKERE R BREESHF AR ESALRE, HK  400016; 2 ERERKFEMBE¥E-HAEH, EX  400016)

[# ZE]HM:WEE RNA SIS BIU-87 ZHBEHEIEEE C— & (Phospholipase C epsilon,PLC & )3 355 XL Z (Crocin )3l
Nt BIU-87 SHMUISAEIE NN . Ik BB siIRNA ZLE R EAKIAFR PGenesil-PLC £ ¥t BIU-87 4Il8)5, 45 5
A KHEYH pGenesil-NP BAYEFRIZ \pGenesil-PLC & JEHI4] Crocin £H .pGenesil-PLC ¢ B£& Crocin ., MTT WA R4k
ZH %t BIU-87 4AME M A HI$IYE A . RT-PCR KM% 42 /5 X PLC £ mRNA 2 ik BB & & 4L BZH PCNA (Proliferating cell
nuclear antigen) .CyclinDl mRNA ik, Western—blot # il PCNA ,CyclinD1 2 %% . 5558 : RNAi W01 BIU-87 418 78.06%f1)
PLC & mRNA 3%, pGenesil-PLC & BX& Crocin ZH AT 1438 Crocin X BIU-87 ZHMUf4: 1< 1 I4E F , 48h H I 2R3k 45.30%, A
5 pGenesil-PLC & i1 Crocin 240 L EBH B 12 5 (P<0.01), RT-PCR Fl Western—blot 455 75 5 RNAi J1%k PLC &
ZH H8,RNAi PLC & BXE Crocin 1B T8 T PCNA .Cyclin D1 Z: R F17E 1 97 15 (P<0.05) ; BBt Crocin 20 H3E , RNAI
PLC & BX& Crocin ZH B ERHR T PCNA E R FIZE H (17555 (P<0.05), BB T Cyclin D1 ZE H 9 i%(P<0.05),Cyclin D1 mRNA
FIRTAF AR LB EREZF(P>0.05), 55t UTE PLC ¢ FEPH A5 Crocin X} BIU-87 ZUMAIIMEIVER, HKALB 5#— 5T
¥4 PCNA . CyelinD1 BIFGREH X,

[ <418 JRNA T3k ; B¥BES® ; Crocin; 3478
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Effects of silencing PLC € gene by RNA interference on crocin—-induced

proliferation regulation of human bladder cancer cell line BIU-87
JI Hui-ying,et al
(Key Laboratory of Laboratory Medical Diagnostics ,Ministry of Education,Chongqing Medical University)

[Abstract] Objective:To investigate the effects of Crocin on proliferation regulation after silencing PLC & gene expression by
RNAi interference in human bladder cancer cells BIU-87. Methods:BIU-87 cells were transfected with plasmid
pGenesil-PLC £ .The experiment was designed as five groups to compared with each other,they were non-transfected cells as
control group,pGenesil-NP  negative plasmid transfected group,pGenesil-PLC € plasmid transfected group,Crocin group,
pGenesil-PLC & plasmid transfected together with Crocin group. The influence on proliferation of every group was determined by
methyl thiazolyl tetrazolium (MTT). The expression of PLC e mRNA of BIU-87 cells after transfection with the plasmid
pGenesil-PLC ¢ was observed by RT-PCR. RT-PCR and Western-blot were used to detect cyclin D1 and PCNA expression.
Results:78.06% mRMA of PLCe was reduced clearly after transfected with plasmid pGenesil-PLC £ in BIU-87 cells.
pGenesil-PLC £ plasmid transfected together with crocin group could enhance the inhibitive effect of Crocin on proliferation up
to 45.30% at 48h,which was strikingly compared with the pGenesil-PLC & plasmid transfected group and the Crocin group
(P<0.01). Both RT-PCR and western-blot indicated that the expression of PCNA.CyclinD1 both in mRNA and protein were
markedly decreased in the RNAi together with Crocin group compared with the RNAi group(P<0.05). Compared with the
Crocin group , The expression of PCNA both in mRNA and protein were reduced remarkably (P<0.05),the expression of
CyclinD1 protein was decreased clearly(P<0.05)in the RNAi together with Crocin group, but the expression of CyclinDl mRNA
had no significant difference between the two groups(P>0.05). Conclution:RNAi PLC & together with Crocin can enhance the
inhibit effect of Crocin,they can further reduce PCNA .CyclinD1 expressionthe was the mechanism.
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B e R TR Bk # DL WA PR R G R, ]
A T T BEL BT I IDE 88 14 2% A K T R R A A DR
[AJRE . ras FEFI AL AL T AR LAIE S, ras
P 5 JB e 88 (1) 06 3R © B S R R 2 P AU IR 5102,
H-Ras HHHEHEBHREEHZ —. PLCe BEIRK
HE—HR PLC R TRE, HAFAH Ras 455 (Ras-as
sociating, RA)ZEHIR 2 Ras & HERACHH ¥ (Ras gua
nine nucleotide exchange factor, RasGEF )4 Fy R Ay
LI 5H-Ras Z5 4, BUE R AH H-Ras, AABTEER
HA A & BEL BT R e R 4 ik PLC & SRR RAA , BRI
il N e 25 2 L B, % B DR R AR R e B0 B TE
R R R IERN A B — By, HXT 2 AR
A B o 4 g R B L SR B B SRR A, B
WEIEE MR, W PLC ¢ FHREX, BREAIUA
B I 5E Crocin FIBTIEIEFHWE? ABAST N RNAI
FARFEF T ER BIU-87 40/ PLC & HF %k,
WLEE Crocin Xt HC 385 30 45 HT , 35 45009 H AT BeAL
il o

1 #REF*

1.1 A5 R A

AR BIU-87 4My, ERREEFL R B 5B B Be i
FRFFTETERE . Crocin 1 H Sigma 2+ 7], RT—PCR RFI &M
BHEAW(KGE VAR PCR 5418 4 (KA R
A8 Mo PGenesil-PLC & {83505 ARK TR BRI 5
BTl BBk lipofectamine 2 000 HEE Invitrogen INBIFE
o P BB A IE (MTT) I F 35 E Sigma 2 7] ki3
FI&M B XA, CyclinD1 . PCNA BRI B EDIAN T
eBioscience 73 @] , B —actin £ P10 A B T EHT AW T SANTA
CRUZ,
12 FE44

WAL ARFEYA .pGenesil-NP FME BRI pGenesil-PLC &
JtRiZH . Crocin 4 .pGenesil~PLC & ¥£-4 Crocin 4.
1.3 Fik
1.3.1 Crocin BHRMECH ETERXE TR 1 000mgCrocin &
F 20mIPBS(0.01mol/L.pH=7.2), 3}l 62.5mg EDTA(Crocin
B E DB 50mg/ml( SOmmol/L )YBETEME , 4 CICHE o I F At
PBS(0.01mol/L,pH="7.2)F B i& vk
1.3.2 iM% BIU-87 A AR EE . EHEUEHE
10%FCS ) RPMI1640 53, T 37°C .5%CO, tH IR % 348
i FE AP 48~72h BEATEUE K, ALK EHUK 80%
~90%*HF 1 0.25% BB HF I BEA: K M ML T 4L 1~3min, #5
AR, BT AR SR A e 1R
133 ZAMEfE% MK EXECE K, 0.25%) B i I
LA T8, B TR R RPMIN640 3 3% vk 85 40 Mo ok BE

(0.5~2) x 105ml, AR E A 24 TR, L 5001, BRIR
S ERBE 10min 5T 37°C.5%CO, {HBEFHEFHEF
16~24h 5 , 40 Mifh & 1% 70%~809%H+ il PBS ¥t 2 WK, A
500 w1 CiWE KAtk E RPMI1640 35351 . L4, 5351
501 T i i E RPMI640 S5 52 BRE B Rk 5T
B1.0p] K 1~4p 1 B YR, 37CREB Smin IB-S B HR
MEELIRXF , EFRE 20min, RFFFLIDA 10001 i
B—IERIEE &9, BRREIIEFFRIES . 37°C . 5%C0, fHiR
WEFEAH PGSR oh, B A0 MU SR AR, R R AR SR,
JA 10%FCS RPMI1640 ¥ 500 w1, 484% 37°C 5% CO,
JENEREE R
1.3.4 MTT WA HIEAME  F5 % pGenesil-NP [
k20 . pGenesil-PLC £ FRIZH BIU-87 4 ffd ,48h J5 7215 #
R FIHIAL 1 x 10° A /ml FHMTEWE , GFLIERP 200 0 155
I 5 AEIL, FIRTER 4 48, RIELESH  RFEYH .
pGenesil-NP FAH: ki 24 .pGenesil-PLC & BUki2H .Crocin 4 |
pGenesil-PLC & ¥£4 Crocin 41, il A Crocin V&5 2 ¥k 0
3.2mol/L, A AMAF -2 10%FCS #1 RPMI1640 £5 37
W, BREERAIE FRAE P 5% 48h, LR EE AT 4h BILINA
Smg/ml MTT10 1, 4K4E3ESE 4h, AR 2 000r/10min, 2
L3, ILINA DMSO 100 w1 KL R, IR 8RS E4E &
SELVEMR, BERGE 570nm WYERE . TR [RAR B 2 %
BIU-87 ZHMi 347 D 28 . A= =(RT B A 18 - 52
5040 A fH )/ YR A (B x 100%,,
1.3.5 RT-PCR #&ifll CyclinD1.PCNA % PLC ¢ mRNA ik
W & A BREH 40T, Trizol LR LA RNA, #5438 D-
NA. S4IFF B -actin: E#¥:5'-GGGACCTGACTGACTACCT
C-3"; Fi§#:5 -CGTCATACTCCTGCTTGCTG-3" K i =543bp;
CyclinD1: F##:5’-GCTGGAGCCCGTGAAAAAGA-3"; Fiff:
5'~CTCCGCCTCTGGCATTTT G-3’ KB =247bp;PCNA: L iiF.
5'-GGCACTCAAGGACCTCATCA-3"; F#¥:5’-CCAGAAGG
CATCTTTACTACAC-3" K =375bp;PLC & : Fif:5’-CATGG
AAGGATAAGCGTTGGT-3"; Fi#f :5"~CCCAAGTCCCGT GT-
TAAGA-3" K =395bp, B —actin KRN 94 CHUEM:
3min, 94 °CZE Y Imin 56 °CiB X 1min ,72°CEEH 1min, 3 30
VB3, B J5 72°CIEMH 5min;CyclinD1 B &K 94°CHIAE
# 3min, 94 CZE M 1min 64CR K 1min 72°CHEfF 1min, I
30 HE%F , B/ T2°CHEfH Smin; PCNA R & 94°CHIAE
# 3min,94°C A M 1min 57°CiB K 1min 72°CEE{# 1min, 1t
30 fEFF, BJ5 T2°CHEMH Smin; PLC & RUBI &R 94°CHUAR
£ 3min,94°CAEME 1min B K 56°C 1min . 72°C 1min ZE{§ 1min
3t 30 183, BJ5 72°CHEMH Smin., ¥ HE =W e Ik . BEETA BERE
k&R Quantity one 4.5.0 AT T, SR CyclinD1,
PCNA.PLC & I B -actin B95F OD {8, ## CyclinD1.PCNA
PLC & # OD {H5#HKT B -actin i OD B W5 LB E R
CyclinDI/PCNA/PLC ¢ mRNA ®ik&,
1.3.6 Western-blot £l Cyclin D1 1 PCNA BHERX Ik
ER AN, 35 H H T 4R A 40 M K B, SDS-PAGE
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A EBERAE ., LR FIA RNAL AR ERATUR
PLC £ 78.06% ) mRNA &3k )5, B BtiE BIU-87 4
MBI KB WA, TEFE B 24h 71 48h J5 I AEIE 5
IR H3E T 19.329%F1 22.65%, 358 PLC & 7E
TR PSP R EEEH, AL IR EEL
i, Nair SC Z8003H T JRLT AR N AR BY
SERBRGY R BUEST (A% (B0 ELUE (SR ALk
SR - 20 P P 2 4 PR SR AR TR B A A
HEA, MEJLERENE., WA EFERYE 0%
T /N B, AT LA /N BROR R S 180(S-180) .
IR /KR (EAC) FI3E S L4 SUB /K (DLA) Y
BUKIE AR, I B K L3187 M frE/ B
HEFEFRFATIA 2~3 £, O ARFRETAEZE B v] sR Z UM 1
/B DLA 1 S-180 g 4 A A= K, Crocin S5
LIEREERBURS , TR BRI FRETA TR
FH Crocin HJ/NE, Crocin AT L i 35 39 % B0 /N UK
EEBOE, B R A A SRR R RN
Crocin J&—Fp¥# 7E B IaE 557002, B2 A RNAIL AR
VLB PLC e N FIXBE S Crocin 18 FH T 5 Mt J&
BIU-87 4HHI , WA FHAR M B TR

5%, RNAi PLC ¢ B4 Crocin AL A 5
RNAi UL 3 PLC e #4H F1 574 Crocin 4H 8 ¥ BI
U-87 #fRAE KM SV B E 3898 (P<0.01)  JFHL,
5 RNAi V3R PLC ¢ HHE, BB B F A TPCNA,
Cyclin D1 Z:HME AW ERIE (P>0.05); BB
Crocin 20 3%, B EFEMK PCNA EEMEANER
(P<0.05),Cyclin D1 & F1H A (P<0.05), BE1K Cy
clin D1 mRNA 3Kk, (BZRA R E(P>0.05), PC-
NA, & DNA ZEKE o HHBIE A DNA &Y
ARl RS IR R F , R K 5 S FE vE
FUIMX, R ILHARANE SRR, G BB
1IN, S AR, G/M BB B F %, PCNA &
HRA T, @RHEA S BT G, BEHI40 M, 35
B f3E 5 Z 2] . Cyclin D1 AR BHBE L
4 M Cyclin D1-CDK4 B & ¥ M b, A
i CDK4 1G4 T &, ¥ E F E2F BHusi b, 8 S
B AR A S 2 R A SR K SRR AR, 40 R SRR A . [
Bt,Cyclin D1 J PCNA % 57K F-F1%E 185K 1
A—B, WREE T 400 R B iR E R E AR R KR
L. Z2RBEZEREANGER 5 EBZ R

HBAEA. REEVIHIEIFRE Cyclin D1 mRNA FiEE
ZMEARPEUARENEER., FHREVTIER
PLCe BEEMRELEMIRT Crocin FITHIE
A, HAlUH 53— F ¥ PCNA . Cyclin D1 FikH
KADENTHEE R IR M ARERE, F i —
B3,
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