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3 VEGF-C ByZRik , a8/ i idg i 8 IR LA 5%
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Effect of crocin on the expression of VEGF-C in the human bladder

cancer cell lines T24
LV Chun—fang,et al
(Key Laboratory of Laboratory Medical Diagnostics ,Ministry of Education,Chongging Medical University)
[ Abstract] Objective:To study the effect of Crocin on the expression of VEGF-C in transitional cell carcinoma of bladder
(TCCB) T24 cell. Methods:T24 cells were treated with Crocin. MTT assay was adopted to determine the inhibition rate for
selecting the best effect time and concentration of Crocin. The reverse transcription polymerase chain reaction(RT-PCR) and
c¢DNA microarray were used to evaluate VEGF-C mRNA expression of T24 cells at around the best effect time and as the
Crocin concentration reached the best. Results:The growth of T24 cells was inhibited significantly(P<0.05) at 3mmol/L. Crocin
when treated for 48h. And there was a marked positive correlation between Crocin concentration, time and inhibition rate.
RT-PCR showed that VEGF-C mRNA expression in Crocin treated group was significantly lower than that of the control group.
The c¢DNA microarray analysis was coincided well with the RT-PCR data. Conclusion:Crocin inhibits the proliferation of T24

cells and the mechanism might be decreasing tumor angiogenesis by down-regulating the expression of VEGF~C,
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MRS EAEEEM. 5 RH VEGF-C £
B e R4 T 40 B R TR 2R 35P 9, AU Crocin /B
RS T4 9% (Transitional cell carcinoma of blad-
der, TCCB) 4l T24 iff5 VEGF-C M R:& B ILRE
3 Crocin Xt T24 4R K HIF2 W

1 HHEFREZE

1.1 F&HZLXA

Crocin ¥R , #14% 1 000mg(3EESigma 2 7)) :¥f 1 000mg
Crocin ¥} 5K 7 F 20ml PBS(0.01mol/L.pH=7.2) %, 3 Hil A
62.5mgEDTA Bt CTEH , 4°CRAF. PBS(0.01mol/L.pH=7.2)
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Fo R Ay L FH o B ; D R SR R M £ (MTT) . — B & W B ( DM-
SO) K J§e 2 F B8 (£ H Sigma 22 7] ) ; RPMI1640 K i 4 it 74
(%H Gibeo 24 H] ); TRIzol (Invitrogen 23 7] ) ; BRI F kN H
CSC-GE-80(IYIBIA B B FHEA AR ) s @ ¥ %
WA RSB RT-PCR i3 & (Takara = PHARE R
12 ZBF®

1.2.1 4RSS ABEBERE AT 40MOAE T24 HARAR, AT 1

R T24 A (EIKER R EERRARFERERTE

10% 154 IfiL 75 9 RPMI1640 355 eh | F 37°C (5%CO0, &4
THEEK,

122 Crocin Xt T24 4HMEMSTE IR LRI B 804 R
T24 40/, 2 0.25%BR 55 5 KB TH fu ] AU A0 MO B, A B 4 g vk
B 1 x 10* 4™ /ml, T4 B0 2001 RPMI1640 3535, X
M4 . 0 180 w1 4HHIE A1 20 1 RPMI1640 5375, Crocin
AbFRAE AL 180 ] ZHR B, H USSR 24h B A BIMA
201 R E K Crocin, 2 AW E /58 0.5.1.0.1.5,
2.0.2.5.3.0.3.5.4.0.4.5,5.0mmol/L, B MR EFIE 3 M EIFHL.
B HKESF 24h 48h 72h J&, 43 BUMA MTT 20 1 1(5mg/ml )4k
LSe35 4h, BOFE LIE, I DMSO 1501, F243 ¥R 10min,
4 B FERAN (B 570nm)PE S LR EEE (A ), T8
M ARKIIHE R =[1-(A 4u -A g2 )/ (A ym A ge)l X
100%.

123 VEGF-C mRNA RixMKEN ZHEEEAEELAZL
VEGF-C(Accession: BC035212) % B 531, # il primerS 11
VEGF-C %7 3[# 55, 2 BLAST ¥ &5 i Takara Y5
RAEBRAA G EBAR B- MahEA(B —actin) NS
B4y, VEGF-C #7514 :5 ~-CAATCAGTTTTGCCAATCA-

CAC-3’, F #5314 :5° -AGCCTTCTGGCGGTTCGT-3",584bp;
B -actin F #7314 :5°-GGGACCTGACTGACTACCTC-3", F
#5314 :5° -CGTCATACTCCTGCTTGCTG-3" , 543bp. H} TRIzol
4y SR B IR 2R (F BLKE 3% 48h Y T24 40 ) FISCER 46 (3
mmol/L. Crocin YEF F 1535 48h 11 T24 404 ). RNA, RT )X
R4 :37°C 15min;85°C 5s, PCR JR W 4%t . 94°C H A8 ¥4
3min, 94 CAE M 30s,62°CiR K 30s,72°CHE M 455,35 NMEH
J& 72CH I Smin, PCR =14 1.5%3 A5 W s Ik ,
180V, B3k 10min, 7 BIO-RAD BRI L BAGT, LSRR
P WA SHEBLNS YR BCE HERIE VEGF-C
mRNA A&, 17 VEGF-C WiRi%,
124 EERTHEFRBES VEGF-C (1)5 RNA B
BES K E  75ml HE3RHRE LS 5F T24 40/, F TRIzol 4351
SRECKT BB 2H (L% 3% 48h B T24 40HE) FISE K 4 (3mmol/L
Crocin YEF T 15 3% 48h A T24 408 ) A & RNA, BUASHEEE B
B FEEAEEETHER S RNA &, (BRI
FZAC B EH W A A cDNA, LL Cy5 Rt B84, Cy3 45
DB, BRI S RIRS , MEEM A i B E
Shb, ZHRAHA, BETREED,42CHEK 16h, FRAH
We, Yo BT (3RS 43047 : F Gen I Microarray Scanner
B R, MA Array Vision BH{RAPTE 44087 Cy3,Cy5 2
FhIE IR MR S ELAE . F 384 PNRFEERNT Cy3.Cy5 i
Tr¥o4E , RIRT ST R BEEH 1T — AL B IE Cy3.Cy5 43
TR REMESLIRE ., iHE Cy3/Cys HIERT 2 /P T 05
HWEREEAERREIER,
13 @itFhk

BLFAGETH A SPSS 10.0 AT 4347, P<0.05 £ A

£ 1 AERE Crocin ERREREIN T24 MAHIDEIE

24h ¥ 48h ° 72h ©
A T AR W (%) e (%)
TEEH 0.130 + 0.009 - 0.183 £ 0.003 - 0.154 £ 0.004 -
hogiict:l 0.890+0.122 - 1.323 £ 0.014 - 1.379 £ 0.124 -
A? 0.790 £ 0.061 9.13 1.263 + 0.022 5.29 1.314 £ 0.089 5.31
BY 0.721 £ 0.012 18.63 1.011 £0.012 27.37 1.085 £ 0.034 24.00
(o 0.731 £ 0.032 17.26 0.983 + 0.026 29.82 0.933 £ 0.008 36.41
Dv 0.599 + 0.056 35.43 0.868 + 0.041 3991 0.918 £ 0.026 37.63
EY 0.546 £ 0.006 4273 0.750 £ 0.062 50.26 0.761 £ 0.055 5045
F? 0.421 + 0.009 59.89 0.646 + 0.074 59.36 0.579 £ 0.013 65.31
G° 0.382 + 0.043 65.26 0.573 £ 0.031 65.79 0.557 £ 0.014 67.10
H? 0.334 £ 0.029 71.87 0.545 £ 0.077 68.25 0.499 + 0.034 71.84
| &4 0.324 £ 0.025 73.29 0.485 £ 0.053 73.51 0.449 + 0.071 75.92
]° 0.339 +£0.028 71.18 0.468 + 0.032 75.00 0.421 £ 0.016 78.20

A % J 4 Crocin #4314 0.5.1.0.1.5.2.0.2.5.3.0.3.5.4.0.4.5 .5.0mmol/L; 1. A 5%t M4H L%, P>0.05; 2. B.C.D.E,

#,P>0.05


http://www.cqvip.com

BEERKY¥YE 2008 £ 33 % 6 48 (Journal of Chongqing Medical University 2008. Vol.33 No.6)

P 000 http://www.cqvip.com]

— 651 —

GeitE 8 N BHAEROAR R s £ s TR REBARE FE517,
PIRR LL B R R T £ 430 9 SNK ¥

2 & B

2.1 RERERE R Crocin 3T T24 fm e éy £ K
R E(REL)

13 1 9] WL Crocin ¥ FI/E FIRT [R]7E — E 0
FEl B, Crocin Xt T24 40 g A A K 30 46 F B A 7
B, MTT 452 278 3mmol/L /L K/EF T24
Y 48h I R 53T AL A B FEE X (p<
0.05), P& Crocin ¥ /F H 3mmol/L . £E A i [6]
48h 15 Ny J&5 52 52 46 B B A VR P VR BE A AR AR A
1)
2.2 RT-PCR #&# %R

RT-PCR &R B /R L F4H VEGF-C mRNA H,
KA EX RAHEZFERMK(WE 1), S84E
VEGF-C/B —actin OD B2} 0.549 + 0.072, X} R 4H
VEGF-C/B —actin OD {2} 0.939 + 0.043, 2R H 4
H2ER L (P<0.05),

M. DNA Marker; 1. XtPBZH B —actin;2. SEIR4H B —actin;
3. X HE4H VEGF-C;4. LE4H VEGF-C

B 1 RT-PCR %M VEGF-C FiXx

23 BREAXHASH

BT ¥ b S5 RNA 39745 15 B 49 28S 1 18S %
H , ODy/ODyy LI TE 1.6~2.0 Z 8], 5 i 45 R
G HE PSR ER 8 064 NEFEH Crocin 4k
HH S5 IREIR 836 N EREXENRE, LAER
486 1, FIAEREA 350 1, kA VEGF-C 7E
Crocin ZbFEZH 9 5 25 T, Cy3/CyS BN 0.36, %

Hs R 5 RT-PCR &5 M—3, ZAEMNFKF
UESE Crocin YEA] T24 giMAAI i VEGF-C FiX T,

3 it g

Crocin BBA N TEFEH®RSTZ—, BTHE
HE PEEXELKEY, 7 TRHN CuHaOy, 5+ TE
977.21, AR E AR, AR S MG SHH,
FHuCAUERIn VAT A  PU Bk AR RE LS TZ
RIZ5FEAE Y, Garcia—Olmo DCYR IESF Crocin VA
ST RIS B Bt /N RO AR 8 R
K, THAMERIVEA . Escribano™ 57 &3 , A Crocin
Ab 383 ) Hela 40 8 H 9055 i A0 3% B AR 24 , 2% [
45 A TS, BESRR B, AR T LM i
S A K, FOPTIE v P BT BB 5 % i 40 e A 5 B
MM RN, AW IR —PHESE Crocin BA
] T24 403G 5E MVE A, B VR RIE — e Bt el #n
vk B VO Bl S A fa] T B 24K .

i8] 1 A8 # A B B B A O A SR B R 3 T B
SRR, MR B AT B EE 3% VEGF N7
¥, K+ VEGF-C & VEGF RIEHIF R R, BAE
MEERWEER T, BB LMWL
b B A LR F, S 3540 T AR B T I 9
255 8T AR I TR U, VEGF-C i@ st (e e
Ak M ETE B, 3000 i 4 3 S P, AT S A e 44 e
RAEE T B E SRS FER, IR T 40 e i 1
5H . TR A MR ARG I, B R SU5R J HE F T AR
MEER. Hi, EIME VEGF BFRIASFHIER
5ZEMEE , BP0 E A B T b A K
B B 8, X B R S aTH R U R 2 AT
B SRR,

AR 45 R B 7R Crocin BEFMH T24 40 g il 12
4, H. Crocin /Efi4H VEGF-C XA BT EMMK. &
IHHER , Crocin AT BES T 8 VEGF-C MRk, T
8L/ by L A R S BT A, M T24 Ao i3
FAFK & . 371 Crocin "] 1E% VEGF-C il
T24 40853 VEGF-C, Al 7E— & F2 3 il T24
A, HEAERH T RA R T —2
ATV,

2 % x W
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EERHAM R BRI pGEX-INT &F
GST BN, Al SMNFE R RIE N GST(4rF B 50
9 26ka) MEE S EH , RIABCES  BERME, GST
T EK, MR 3, R sh Pl & Piiked, iR
iR, TR AR EAA THAFFHEREIZK
R0, B4 ok pGEX-Em 1 /3 # A BL21 1,
IPTG ¥ F Rk, RILF=¥)4 SDS-PAGE HLIk , 7E4>
TR BENMAN 92ke 4bF HHEALH , 5
FIXEA K/P(65+1+26=92ku) HFF ; T R iFE S
BL21 THMER &KW, THEEREIMENEAR
b, F3 SDS-PAGE A, BRI R ST
A3 ,Em [ /3/GST Rt & H & BL21 2HESEHK
22%, HFE IPTG %S 3 ~5h EHEZERS,IBx
TR pGEX-Em I1/3 §B7E BL21 FERFEL, A
=) () 5% Bt 1) B RIAZEAE) . Western blot 43
Fr&k B BL21 %355/ Em 11 /3/GST R-& A W 8%
YLER M BRI VS 1R 51, #2878 BL21 PRIBE
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