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p533 BT AZ IREHM A R 14-3-30 X1 p73 EF
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[#E] BB HITE p5S3 RAEMZLIRIE M R MDA-MB-231 #1,14-33¢
XFp73 BB EMER W, FiEk RAZEREY OS5 R G EE I  (RT-
PCR) \#5 F Jix B A& ( Western blot) F17Zk pi i ( CHX) 285 F W] 43 A 19 07 B 40F
5% 14330 X p73 EHFRGEMR M, &R RT-PCR B/R, MY 1 png p73
J5 ,p73 5 GAPDH [y JKBEME L 2 0. 635, 6544 1 pg p73 +1 pg 14-330 F1 1 pg
p73 +2 pg 14330 J5,p73 5 GAPDH 14K B H 43 51 4 0. 643 F1 0. 631, West-
ern-blot {7 , FAMALE YL 1 we p73 J5,p73 5 actin B JKEE(E LR 0.3335 8504 1 g
p73 +1 ng 14330 F1 1 pg p73 +2 pg 14-3-30 2ZJ5,p73 5 actin 19K FEAE H 47 ]
3 0.797 F10. 826, Jilt £k il B A P 20 B o < BREE YL p73 1% BRA, TR A
B4 PR 0.1.2 .4 .6 h J5,p73 5 actin JKEE AR 4 514 0. 075.0. 166 .0. 124 0. 100
F10.092; 1 ALAL YL p73 F1 14-3-30 25w 4 45 5K 4151 24 0. 963 0. 244 0. 244
0.234F10. 185, i TEFE /Kb, 14330 AN5EMH p73 KL Fa e v T 7e /&
H kK 1, 14-3-30 A] LI p73 FEFE A FRE Mo
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[ Abstract] Objective To investigate the effect of 14-3-3¢ on p73 stability in
pS3-mutant breast cancer MDA-MB-231 cell line. Methods In this research, trans-
fection, RT-PCR, Western-blot, protein decay analysis by cycloheximide were used to
research the effect of 14-3-30 on p73 stability. Results RT-PCR showed that the ra-
tio of p73 and GAPDH was 0. 635 after transfection of 1 g p73; the ratios of p73 and
GAPDH were 0. 643 and 0. 631 after transfection of 1 pg p73 +1 pg 14-3-30 and 1 pg
p73 +2 pg 14-3-3¢. Western blot showed that the ratio of p73 and actin was 0. 333 after
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transfection of 1wg p73; the ratios of p73 and actin were 0. 797 and 0. 826 after trans-
fection of 1 g p73 +1 pg 14-3-30 and 1 pg p73 +2 pg 14-3-3¢. After transfection of
p73 and cycloheximide treatment for O, 1, 2, 4 and 6 h, the ratios of p73 and actin
were 0.075, 0.166, 0.124, 0. 100 and 0.092, respectively; While after transfection
of p73 and 14-3-3¢ and then cycloheximide treatment for O, 1, 2, 4 and 6 h, the rati-
os of p73 and actin were 0. 963, 0.244, 0. 244, 0. 234 and 0. 185, respectively.
Conclusion 14-3-3¢ has no effect on p73 stability on transcriptional level; while 14-
3-30 can increase the stability of p73 on protein level.
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14-3-3¢ J& 14-3-3 FER K ME—BEAE 4% DNA BiA5FTE- F0 8R . & B9TE
AT LA S i 309 G2/M HHEH . A BF5E R, 14-3-30 J& AR MR B 2y —
AN SRERRIC, AR R R EFUIRIE I R A R B B AR . pS3 2 14-
330 FEMWATREA, 540, p53 FHEHHA AL R p63 Fl p73 5 14-3-3¢ Z 6] 7F
TEH —SA LR . W E&UESE, p73 FER AT LUIE A7) 14-3-30 . 36 MD
Anderson JFAE T H1 0 7E 2003 FEF ST 2 B, 14-3-30 J& p53 1 — > H. 42 1A 2L
I ELATLABS AN p33 SL B RFE s v, AR B 50 H 50 S 7E L 6 g% RT-PCR
Western blot Fji £ 1 B &5 40 1) 208 1) 5 2k 58 14-3-30 X p73 JE R Fa e MRy
S, NG SE K FEE F 7K EX B AR BAE R T LA .

1 #MRERE
L1 4S5

p53 SASRI N FL IR ML R MDA-MB-231 7 DMEM 552 8555 . 355+
W& 10% /A= 1fiLTF 8% NaHCO, 1 100 weg/ml (I FEER 2. 595 5401 0 37 C |
5% CO,} 95% FIXFIR AL . 4 0.05% ek i -EDTA #4TH L.

1.2 Zffse e

H Invitrogen /v H] /Y Lipofectamine2000 HFER kR & = At Ui Bt
TRy e yupr FHBORL 38 i HAS T B v A f 2 S g 4R it
1.3 bR A EsE s (RT-PCR)

MDA-MB-231 4if4Z R0 7E 4 D EAAR 10 em (Y3555 ML, £ 240 M o 435 55 1L
2180% B, # LA TR TH AT gL 55 1 B 3 g S 5 2 AR 1 g
P73 +2 pg A 3 AU 1 g p73 +1 pgld-3-30 +1 pg 8k 5 4 4%
Bl wg p73 +2 pg 14-3-30, #4¢ 48 h j5, F Qiagen /3 A] Y RNeasy mini kit {25
SRS RNA ] Invitrogen 23 &) 1Y S 5% s &, i BT 45 2817 A RNA
7| cDNA )il £ . FH Takara 23 & #Y PCR &5 & 0647 PCR §744 , R NAKR R A A=
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R ¢cDNA,10 x buffer,2 mmol/L dNTP £ 1 wl,10 wmol/LKJ T iiE5 |49 ( PCR 5|9
JPHIILER 1) £50.5 pl, r-Taq filf 0.1 wl, w2z K 6 wlo KN &A1 H:95 C
2 min iR ,95 C 15 .58 °C 15 5,72 C 20 s, GAPDH Jz Jij 20 MG, p73 . 14-3-
30 [N 28 MEIS  d5c )5 72 CHEM 6 min, 3748 7 1) T 2% Byt lig WG Jis v vk ML 45¢
IR,

&1 PCR5|¥F3
HEA 519

p73 forward; 5'-TGGAACCAGACAGCACCTACTTCG-3'
reverse: 5 -TGCTGGAAAGTGACCTCAAAGTGG-3’

14330 forward; 5'-GAGCGAAACCTGCTCTCAGT-3’
reverse: 5 -CTCCTTGATGAGGTGGCTGT-3'

GAPDH forward; 5'-ACCTGACCTGCCGTCTAGAA-3’
reverse: 5'-TCCACCACCCTGTTGCTGTA-3’

1.4 Western-blot £l

MDA-MB-231 4 il 50 7E 4 > H A28 10 em P35 SR ML, 77 40 M0 28 36 1% 5% 1L
2y 80% IF, 45 LA T BEVFMEATRE U B 1 SR 3 e 2K 5 2 BRI 1 g
P73 +2 pg 2SR A 3 ALY | wg p73 +1 pgld-3-30 + 1 pg 255K 45 4 45
Yel png p73 +2 pg 14-3-30, YL 48 h J5, 400 1 x PBS YE42 WK, BOI0UE, Jin
NS R A 2L A (2 pHT. 5 19 25 mmol/L Tris-HC1 137 mmol/L
NaCl 2.7 mmol/L KCl 1 1% Trixon X-100) yK it & 30 min, #8 75 i 7540 246 40
Jifd,20 600 x g #5010 min(4 C) WS BiH W . NG LR BE I (SDA-PAGE ) 1
HHEIK S, BB E AR R 9 L (PVDF) B E 5% BEAR Wik 4 C &0
W, —3l RPL N p73 B4r Ab4 ( Neomarkers /¥ &) ) , SE90 N\ 14330 Z P C-18
(Santa Cruz 2cF]) JE I E 1 h, BEPE 3 K, B A ALY AR 10 1) — 3T (Cell
signaling /v 5]) EIRIEE 1 h, Pk 3 WK, 358 {1k 2% & )¢ ( ECL, Amersham Biosci-
ences /N H] ) 5 o
1.5 it &M ( Cycloheximide , CHX) 25 FH #1153 H71

MDA-MB-231 4 g Fh7E 10 D E AR N10 emPyREFEILH , FF 40 ifd 78 5 55 57 [0
25 80% I, Horps M EEFRIML OO BRAL) 20555 0% 1 wg p73 b + 1 ngS 244k, 75 4b
5 AREFRML(SEHAL) 70 B FE Tl wg p73 BUKL +1 wg 14-3-30 UKL, 555 24 h L)
J& , 2 W B4 100 g/ml (1) CHX AbBHAR i, 5256 2H F 6k BEZH #7 0 l Ab 2H 0
1.2.4.6 h, SRJ5UEE SRR 2L, Hl Western-blot £l p73 & H AR IETE M o
1.6 Zif2abs

DL SR 3 I, GEb T FHMREAY) ¢ K5,
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2.1 14-330 7EESRKF-_EXT p73 FERFRGE PR

KB & PCR AT AR &1 14330 2 )5, p73 FEHTERE SH/KF 032
Ko TEBAPEXTHRZH , A Kl 3] p73 FL[R ARk ; AL Yl ne p73 ZJ5,p73 254k
5 GAPDH 2545 IR BE(E L R 0. 635 +0. 020 5541 pg p73 +1 pg 14330 ZJ5,p73
S5 GAPDH 2545 (R BE(EL LA 0. 643 £0. 01956441 pg p73 +2 pg 14330 2
J& ,p73 5475 GAPDH 5l K EAE EL R 0. 631 £0. 017, 4541 Fu(E =z 8] 22 3T
Giit i (P >0.05, & 1) , 3RIFER SRk I, 14-3-30 A p73 FER 31K,

p73 = =+ ik oy
14336 — - =]
a b c d

a: FIPERTIRAL, e 3 g 254G b e 1 g p73 +2 pg S HIA e Fefe 1 g
p73 +1 pg 14330 + 1 wg S8 d: Y 1 pg p73 +2 pg 14-3-30
1 14-3-30 7ERESAKT 1A p73 B MY 2

2.2 14330 FERFKAE X p73 JEPRIASE B2

FHl Western-blot 23 ik Yu ARl 14330 2 )5, p73 L HLEBIRK O i3k
Ko TEBHHEXT HRAL , oA R 2 p73 BERI AR08 s BFE L 1 pg p73 ZJ5,p73 5%
i 5 actin £ Y K EEE LE 4 0.333 £0.012 ;55041 pg p73 +1 pg 14-3-30 Z )5,
p73 5547 5 actin S5 K FEEE EL 4 0. 797 £0. 021 ;85941 we p73 +2 pg 14-3-30
ZJG,p73 5 actin 254 K BEfE LR 0. 826 £0. 022, 4541 LA 2 [A] 22 551
AHiit2riE (P <0.01, & 2) , RITERIFKY- |, 14330 3500 1 p73 BRI FRIE
Hka e, 3F H p73 R A E MR 14330 Z [ — U JE R C £

p73
14-3-30
Anti-p73

Anti-14-3-3 ¢

Anti- actin

a: PHPEXTHEAL 450 3 ng ZS3kAA b F U 1 pg p73 +2 pg ke FEH4 pe
p73 +1 pg 14330 + 1 pg 8 d: Y 1 pg p73 +2 pg 14330
B2 14-3-30 7ERIF/KF FXF p73 BEDIAG E PRS2
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2.3 R A b s R

B 1 ng p73 AL + 1 pg 45 BRI RS IRAL, 2R BB AL #E 0.1 .24 .6 h
J& , Western-blot £ 10 /) p73 & H 5 actin & H K& FLAE 53 %] A 0. 075 £ 0. 005,
0.166 £0.004 .0. 124 £0.005.0. 100 £0.007 .0. 092 £0.004 ; %5 % 1 wg p73
B+1 g 14-3-30 Bk Y S5 5 2H 45 ) 59 45 SR 0] 43 5 /0. 963 +0.005 0. 244 =+
0.005.0.244 +0.005.0.234 +0.004 .0. 185 +0.004, WMol ZREASRIT¥%E X
(P<0.01,&3,%2),5%H] 14-3-3c fEE KV ERRE T p73 BH X

p73/empty plasmid p73/14-3-3 6
Timeth) 0 1 2 4 6 01 2 4 6
Anti-p73 lm—-.,ﬁ.,.a— . ‘ l-—-———-— |

Anti-actin |~w ‘ I--——]

3 AR F A oA

R2 KRR FA0H oA, X B R SE g2 p73
5 actin UK LAY HUAH

Time/h p73 p73 +14-3 3¢ ¢ i P 1
0 0.775£0.005  0.963 +0.005 46.08 P<0.01
1 0.166 £0.004  0.244 +0.005 21.10 P<0.01
2 0.124 £0.005  0.244 +0.005 29.41 P<0.01
4 0.100 £0.007  0.234 +0.004 9.12 P <0.01
6 0.092 £0.004  0.185 +0.004 9.03 P <0.01

3 itig

Vi g 210 e JR 409 47 4 DR, 14-3 30 70 20 R B v A VR 5 p21 YA S D Y A
FHABARL, & B3 4k n] LA 5 | e 40 it i B0 G2/M 399 BH ¥ , MATTT 448 H 40 9 236 XL 1) 4
2SI HwM%WM%ﬁmlmmofA‘ﬂ%%ﬁ%w$m%LzTﬁﬁ%,
A LIAE T NZEFLIR b e ) — N S EFRIC . Vercoutter Edouart 2% % 3, F1 A
KFRIE R AU L, 14330 TESLIR 4180 P 1 £ 5K B F K. Ferguson 27
W, TERZEIFLIRE T 14330 IR B, ML iR ,14-3-30 7] LIE
AR R LR Y 2 A R R iR AR L 14-3-30 A E T 2 A]
R EFLIE AW — D EER A, HIL 5T 14-3-30 7EFE K B Ry, X2
Wi gEs K e R S TR BB 9 AT BE A 2T B B

p33 LR 14-3-30 EERIH TR . A —LeF R R B, pS3 S0 i HiAth
J§.51 p63.p73 15 14330 Z [ fFEEE — L RS . Yang 22 (RFIT 50,
14330 72 pS3 1 — /> H W EE I, FF H o] DL3E o pS53 3% A 1 #2 E Ho
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2006 4, AT ATl 1T pS3 BRI KGR p73 FEPINE 14-3-30 A ] PR B9 98 5
PRI, I HAREN 14-3-30 A Al Xt p73 FEP kA E P A — E I . 22Tk
H i, AR TR G RT-PCR  Western blot FIJ0 £k B B & H 410 1 23 #7177
WA T 14-3-30 X} p73 FEFFEMER M, RT-PCR 45 RIUESL, FEFE SRk F I,
14-33¢ Axgin p73 FEF A8, Western blot 25 R R ZE#H PR /KF 1, 14330
ey p73 BRI ERENE, IF H p73 FEF AR E A 14-3-30 Z A1 T AR
R

TR TR 2 — PR 058 B L AR Pk i A A A i L A
il p73 ARG SLEE5 R BN, B LYY p73 (1) —2H 40 7R B4 g [) A5 7 2R
& sz B0 A, AL gL p73 14330 () — 2 400 0 28 1 i i =R
M REAR, XFE—PUESE T 14-3-30 ZE& K B3 p73 AR EM. &
T 14-3-30 AN p73 FE 5 seha e Pk, i RAE 8 F K Bfase p73 &
P, BTG i — 2D S RIS o
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