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#ag FEA EEF B B K F R F BRAL F9K

HE BY AEBITANKANRTFAALGEA G HEKR HCTS/VHY £446%8(YB-1)H
#i1r S ai AR MDR1 A P-B & G (Pgp) AAM Y it —FRA R FEHMNE S BB 62T H,
FiE HEXAMATEHM T A% Bk, 2 Western blot 75 k45 B ik Bk ik 4R T HCTS/V @i ie
# A YB-1 &kt U, EMSA k44 YB-1 5 MDR1 & & 2 %) F 447 ,RT-PCR ## MDR1.YB-1, % # &
WA EG(MRP) mRNA R+ AXBHARA BB AT Pgp Ak, R £1.25%.2.5% 5% %
kAT HCTS/V e A YB-1 RiA#Z# K5, mIA A YB-1 XA & &% % ;YB-1 5 MDR1 £ B
BHFHLOEREH FTH(P<0.01);MDR1 mRNA # % A F & % %K (P <0.05,P <0.01),YB-1 #= MRP
mRNA 9K FRAZEW(P>0.05); A& Pgp REAXABREMAIB(P<0.05,P<0.01), it
BBATARALY A& B mIE YB-1 e9 #4542 Bk MDRI/P-gp Rk B L HmBEBHHY,
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Effects of Changweiging on Nuclear Translocation of Y-Box Binding Protein-1 and Expression of P-glyco-
protein in Human Colon Cancer Cell Line with Drug-resistance Induced by Vincristine XU Jian-hua, DENG
Wan-li, FAN Zhong-ze, et al Putoo Hospital Affiliated to Shanghai University of Traditional Chinese Medicine, Shanghai
(200062 )

ABSTRACT Objective To evaluate the effects and molecular mechanism of action of Changweiging
(CWQ) in reversing multidrug resistance by observing its impacts on nuclear translocation of Y-box binding pro-
tein-1 (YB-1), multi-drug resistance gene (MDR1) expression and P-glycoprotein ( P-gp) expression in human
colon cancer cell line HCT8/V with drug-resistance induced by vincristine. Methods Cultured HCT8/V cells were
exposed to the CWQ-containing rat serum prepared by drug perfusion. YB-1 expressions in cell plasma and nu-
clei were examined by Western blot; the binding activity of YB-1 to MDR1 gene promoter sequences was detec-
ted by electrophoretic mobility shift assay (EMSA) ; the mRNA transcription levels of MDR1, YB-1 and multi-re-
sistance related protein (MRP) were examined by RT-PCR; the expression of P-gp on cell membrane was deter-
mined by flow cytometry. Results Along with the increasing drug’s concentration of CWQ-containing serum from
1.25% up to 2. 5% and 5%, the expressions of YB-1 decreased in HCT8/V cell nuclear and increased in cyto-
plasm gradually; the binding activity of YB-1 to MDR1 gene promoter weakened ( P <0.01), MDR1 mRNA ex-
pression and fluorescence intensity of P-gp on cell membrane attenuated (P <0.05 or P <0.01), while YB-1
and MRP mRNA unchanged (P >0.05). Conclusion CWQ could reverse the drug-resistance of colon cancer
cells by influencing nuclear translocation of YB-1 and reducing the expression of MDR1/P-gp.
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# RBAOKGEBITRMHEERE, WL HETERF
AkmPE,

RITEAERIERFRES RAEREAEFEER
WP 258 5 i B i O BRI , ST 5 e 4 8 i 38 e AL AT
HIRR" LR B I SC R T T AR A O e R B R
i Atk KB-A-1 £ 25 25 2 5 MDR1 f1 P- & H
(P-gp) H9323% , R I BRI Z ™ o FEMBF L%
¥ ,MDRI EHB3FRHE—RME CCAAT fii s (XK Y
B),BFMNRTTH—MEEREFY B4 S EE (Y-box
binding protein 1, YB-1)%&4&, YB-1 @35 Y ANES
8 MDR1/P-gp MR o ABFFM YB-1 i B itk —
BT B 1 U i 25 0 FHLE

HREH*

1 FMEFMAMIESF AKBHYE bk HCTS &
Tl 7 5 W40 Mo bk HCTS/V M F RSOl EAE YA A,
SRNERTFE 10% /N4 LHE K RPMI 1640 S5 (&
FEX HEES100U /mL) 5,37 T 5% CO, MR
EEFEADERIESR HCTS/V AR (KRG REEH
20. 24 £%) SRR R I AL WL 42 000 ng/mLELRR K
EFBULRRAE LR ESARKETRIERF
2 J& J5 AL F 0ot B0 K 3 A AT o

2 ZREAMUBRE BHEFHYOLFHNE:
BmEEORBEmARE AR AL FHEE #
ABEHAR, BAKERAB AR BZEAILES
1.33 g, SD K 20 5 {ATE 200 ~250 g, %24 Bl
WAk 24,8410 1, BBEHYMIEA,S0 g/ke
MABAKRES; AV RA ERSEHRMNEEE
Ko BEBLES R, AKABFER(12h)REK2h
BDEEKCRMm, B, 4B 6,56 CKIE 30 min
KGR 0.22 um ABBEIEBRE N %, -80C
KERERH.

FiA 4 I (£ E GIBCO A7), RPMI-1640 1% 5%
ET# (ZHE GIBCO 2+ 7] ) ,PCR 5|4 i SAGON A 7]
B B, Trizol(GIBCO A 7] ) ,RT-PCR XF & ( LEAY
TITRAEMRAE),YB-1 4 A% —Hiik(Cell Signaling
technology A &), R L W E R (A FKFEE&H L
Al) ,P-gp BROL A B41 (3 E Chemico 24 7] ) ,FITC #5iC
IgG $H1{k (3 E Chemico /3 7] ) ,EMSA iA 7| £& ( Promega
AT ,CO, BRI FH 4 (CELL240 B, S EHH KA
A);HEEEME(HZE Olympus 247 ) ; PCR 1Y ( Bio-
Rad 22 7)) ;{16 & B 8.0 H1 (3 B Beckman 24 7]) ;i
M1 (Becton Dickinson 24 78) ) ; BB RB R L ( L
BEEMBEAF),

3 Western blot FE®R T & #F 25 W it 3§ »+
HCT8/V 44 YB-1 BB LK 4H HCTS
4 HCT8/V 4 HCT8/V 125 | ifn 75 4 . HCT8/V fin
1.25% 5 i 254 M i 48 \HCT8/V il 2. 5% [ & 15 25
Y% 4H HCT8/V /il 5% B A MiEH, 24
mFmALEA 24 h 7, RBHKR,SBHABREEA
MAREER, BEAER)S, -80 CHF. HEHER
B 40 pg BEH L#,SDS BT MBI B R K L ¥
BEBE MR, ZB T, % B7E PBST 4 vl o B Uk
3,00 YB-1 FH AL PR E B (1: 1000 H#),
4 CTERHBEEPBST M PEE3 K, MAR
FNEZH AW (1:1000 HB), ER/ T 2 h; NBT/
BCIP B, & RFTHMBMEE M.

4 EMSA 340475 B 559 i ¥E X+ HCT8/V 4
fas YB-1 5 MDR1 EER FEEEHEME W A
MEEARKENHEFEAYNENEREPER
48 h, RIH K% B EH, #1T YB-1 4 #51E ( Pro-
mega A 7)o A B W E R KBTI 5'-ATCAG-
CATTCAGTCAATCCGGGCC-3', H #h 1 4% CAAT X5,
HREREE 8% TR N BBIER %2 L &8
4i/K[f 2 pL Buffer E B &5, FTEi& 20 min;100 ng
DNA A S0 pg B EEAMALRE P, R
20 min; 8% EEHRRBBRERENK; B k/E, F
KUGERRREBRER; RABBEEREF 50 mL
1 xTBS 15 pL Mg o, iR, B R & 20 min;
ABKGERRARBEERE, BTRERRB RS T
B UAKREMBERR,

5 RT-PCR ®: i f5 B & 2% m i X HCT8/V 41
fa# MDR1 mRNA f9&m HRASFIREENEE
EHYMERIEFEPIEF 48 h 5, Trizol HERA
RNA,B5 R 5/ PCR ¥ &HHR 97 C 5 min;95 €
30 5,55C 305,72 € 1 min,30 KEFH; 72 C 10 min;
4 C 30 min, B PCR Y= 4 uL7£ 1.5% Bif5%
e vk, BRI & 53 T R 45, LA GAPDH {E 4 5 Bt
FTHHERREIKFHEEEM . 8 MEENID
FoIREL,

21 ZYFF
Gene Sequence Product
MDRI! 5'-CGAAACCGTATCAGTCCTCG-3’ 554 bp
5'-CTTGAGTCTGAGAGACCACC-3’
MRPI1 5'-GTGGAATTCCGGAACTAC-3' 244 bp
5'- CGGAGGTCGTGCAGGCCG-3'
YB-1 5'.CGGAGGCAGCAAATGTTA-3’ 318 bp
5'-CACCCTGGTTGTCAGCAC-3’
GAPDH 5'-GTCAACGGATTTGGTCGTATT-3' 507 bp
5

'-AGTCTTCTGGGTGGCAGTGAT-3’
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6 FAMBEARME S FSYMmE X HCT8/V
B RET Pegp REAME W FRAAREKENES
WY MEALIE48 h 5, F30.25% BB A HLE K
£MM,PBS 1K, F4 C 1000 r/min &L 10
min, BLEHFEF EBURAHZHARKERZE 1 x
10° cells/mL , B 40 U & ¥ 100 pL, A 4L A P-gp £
$i (% HE Chemico 24 7] )2 pL,4 C#E ¥ 30 min,PBS ¥
3 W, A FITC #3512 IgG (£ B chemico 2] )1 uL,
4 C3# 30 min, PBS ¥ 3 /5 M = 40 ML A W 2 40
REERAEREME.

T GirESN AN REEFALTE%K
DA #HBEHH PEMS 3. 1 Git KT Kt
Z0, BHBEEEFH z s R, FEFURE
B2 RABEEEZHRAHBELE, HHEHHELER
FHl SNK-q ¥; 3 ( Student-Newman-Keuls %) o

g R

1 BBHELYINEX HCT8/V A+ YB-1 #
BAUMEmM(E1,%2) 7 HCTS 41/,YB-1 Rix4H
TSR T4 M B, T 4 HCT8/V iR, 40 i 4% YB-1 &
BEE, ARREMZA Y mELHEE, HCTS/V 41/
BiPg8) YB-1 [FAEHBH , BRAERE YB-1 &
BERHHE BHETRARZAKEENSHNESR
AHB(P>0.05),

50 kD

R S —

S0 LI O ——
50 kI

H: 1 FHCTS 4; 2 5 HCT8/V 4; 3 X HCT8/V Iz Al
WA, 4% HCTS/V til 1.25 %25 Y4 ; S R HCTS/V Bl 2.5 %
HYMEA; 6% HCT8/V N 5 %YM iKH; B2 F

E1 BHEEEYMmE HCTS & HCTS/V 4
B YB-1 R
2 BHEELYMmAES HCT8/V i YB-1 5§
MDRI HEBEHFESEENEZM(E2) HCT8/V
#0M YB-1 5 MDRI ERFFEAFKEEVER

FHCTS A, A EEAMMENERT REEH
KEEZS T, 2R BKEE, Z 5% 259 1 1%
Bt L 4O SR A MK, 4R I T 1 25 0 i 1 e
BFE(K YB-1 5 MDRI 2 N5 3 F 45 & #9 1& tE T &2 5
B2 EE A

®2 KHAYB-1 R DNAZESREELE (its)

A7 YB-1(HE) YB-1(H#%) DNALAKEME
HCTS 15513 46 5 465 £45
HCT8/V 85 £8™* 120 :9** 1490 £119**
HCT8/VmZam® 3 94+9" S« 11** 1415 £124™
HCT8/V i 1.25% #97imi% 3 123 £13*2 812780 [ 116 +89"* 28
HCT8/V 10 2.5% Z54 i 3 13721208 592884 893 17604
HCTS/V I S% 21 mi% 3 1431428 572688 758 22208

.5 HCTS # Lb#E, "P <0.05, " P <0.01; 5 HCT8/V # 4%,
AP <0.05,44P <0.01

3 B EE Y miE X HCT8/V 4 ffii f MDRI,
MRP #1 YB-1 mRNA /& ma (& 2.%3) HCTS/V g
H1# MDR1 KB B & F HCTS 4, HREEH EHES
Y ILTE 1 VK BE 5 0, OB L E B TR AR, 2 3
MEBKEXR, 5 HCTS/V L, ERAFRIT¥EX
(P<0.05,P<0.01), 1 MRP #1 YB-1 g9 K F L &
ik, 5 HCTS MM, ZR XL EE (P>
0.05),

w Wi

2 BEEAYMEEHEAHEER
) mRNA 5% w89 3% E
4 FHEEAY IR HCTS/V 4K K & P-gp

RBWFW(F3) LFRRY,HCTS/V ARBERE
MARABEEAERF HCTS i, EHEH YN
HYEMJE  HCT8/V QB %t 58 B H I 55 (P <0.05,
P<0.01) , B¥ i BBRAN KT, RAHHHLE
HCT8/V iy 25 L% T k@il T V40 ML B R T ) P-gp
FIAFTE Mo

%3 £41 MDR1 mRNA MRP mRNA YB-1 mRNA J& P-gp £iAM¥m (i+s)

4 %1 n MRP mRNA YB-1 mRNA MDRI mRNA P-gp( HHBIE)
HCTS 3 13.30 £1.99 20.95 £1. 14 30.31 £0. 94 46,78 £7.12
HCT8/V 3 16.06 £0. 31 21.32£1.04 75.63 £1.21°° 100.00 +14. 11"
HCT8/V 7% A it # 3 15.61 £1.05 22.01 £1.90 72.98 +1.01** 95.26 £9.17™
HCTS/V i 1.25% 5y mi#% 3 14.91 +0. 83 19.85 £0. 99 60.34 £0.97™*2 88. 68 +4. 65" 2
HCT8/Vim2.5% ZymiE 3 16.87 £1.26 18.97 £1.29 40.13 £1,30" 24 75.23 £7.45™ 4
HCT8/V fi1 5% #¥imuik 3 18.91 £1.04 19.07 £1.31 36.19 £0. 9052 56.87 £4.32° 28

.5 HCTS gk, "P <0.05, ™ P <0.01; 55 HCT8/V 4 i, “P <0.05,22P <0.01
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i #®

o788 25 25 Tt 25 (MDR ) 2 45 b 780 40 B ¢ ik — P 410
BHYGE BT MR = w2, X R [ 4E R AL
AR R P th =4 i 25, MDR =4 oLl dE %
B TRERE AN HEMABEABLD; HYE
FAREAR B RIS LB ; DNA B 1B E sk i =
X BB R M E R EE KPR
BEHRBYIMNENS . —BIA MR MDR %
UTFHA:(DEBEAERARBHRMELEY, WK
EW KEFR BOKUB . RAFEXRHEATEEGR
HEH(MBAZIXR . BEAERR) BAREHRER
(MMEE . FUBEXS) ZUBRE Q) FHRAHR
g YRERL; Q) ARE L HA—FE KN Pgp
BB EARY ., ALBFRAYAKGERKE
FW Ak HCT8/V K EFH BB TR, i 2 1%
Bk 20.24 £5, A5 S-FIRHERE I B EER W . Z
HER A REHMERILE SR WLTT 4 Y1256
WAy BIH:3.16.40.86.1.72.3.59 %  EX XL R
S EEZHMAYE. WX 500K B b 88 75 T 25 40
MiRE P-gp KNBEHER TRAAR, U LHFS
LAY MDR 4% 5,

Pgp (ENZPANHER . ERKBEHRBHITE
VEBHERS BOAVEARANER, X
MDR, & P-gp & il Caspases i, 5| Z HH
FT#EA . P-gp By MDRI % H %5, MDR1 % [H 3
HFFEEENERERRAELH, EHEREF
MEBEHASS57T MDRI EEMREAE, HEX
¥%RETF YB-1 £ MDR1 ERMHE X . WEAK
WG R T EREEZIER,

YB-1 B—F 5+ F B KX 43-kDa MEH A, — M5
HTFHARMKER, YARZEEEY KM KBE.
BRSNS, YB-1 AREHFABRE EHREN
S5REFBHFR R A CCAAT i S B4 &, AT A
ERERMNER, AMRRA . E2UTHYKES
Wi TR B4 HCT8/V MDR1 &R &R&Hm,
FlBT YB-1 K RZW D>, HaEm 5xR4KR
HCTS MK, , B 41/ YB-1mRNA REAWEXRE
BB Ak, 9 MDR1 EXERAMME YB-1 KB A
BALH K, EMSA A 4T R, WA M+ YB-1 5§
MDRI %P5 3 F 4 & Bt A M. Fujia™ B BF
FiEH, 3B MILBBEEFEAELRE,BA YB-1
BB, XE P-gp M KK, YB-1 BB 5 P-gp &
BREMEX, —RIIGKFTORNA, WG IR

R RISI R RS MR, YBl R 5 M
MBS XEEEY, B, YB-1 Bl 4 X Fh R pO UG 45
W, XA MR E R B REAR",
AHREA FAHEFHEELAYNELES . %
A~ HCT8/V 4iffl YB-1 KA KFHBEWE T/, £
ERRREME YB-1 REMWHKHIAL EELY
MmMEWRE /M, HCTS/V 43K YB-1 RXZEH
W, % EAZRE R, RT-PCR & ## YB-1
mRNA R EBR  RAFHHEEN L LA BE W,
WG EEX YB-l WEWIEEEBA &, A
EMSA 34471 8 # %4 4 it i %t YB-1 5 MDR1 £ H
B TFERBEHENE W, RILMEE 259 i 15 % 1
fm,HCT8/V ffi %+ YB-1 5 MDR1 £FE G 3 FHI%E
AEHZEHEE, RITEMT YB-1 EH MDR1 L)
EaERENES Pgp K¥,ERER EELHYL
R B9 hn, HCT8/V 41 8 MDR1 \P-gp %3k % # W
5, mxt FEARAHELEE(MRP) LA K,
BEEER R R, 255 7 5 b 25 30k mT 4
P-gpHISMHETHBE KB 2 E R, B AT W %] MDR1 mR-
NA B %, Tl P-gp M3 R B, AWREK
BB E,#—FFIT T H255/ & MDR1 mRNA #) % %
THREBHLE . BFRIESE, P25 B 1§ T 0
YB-1 BB BE{E YB-1 5 MDRI £EREHFE S
¥, % MDRI \P-gp Rk, ATHERRE FH
MoRAER FTEERATHAARMEANER, WA
YB-1 Al iAEGEERERNERE, Bk BE S %5 5%
HRHWATEEAEE I ENERNER,

$ % X M
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