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BB SRS EL-4 4fERY p53 BERHE TS
FEE MDM2 mRNA FIERAFRIKHIZ M -
WiEE F N MR Wz

(BRBEMXF AR EYFERTRE  KF 130021)

BE RARKZMHMAM Northern blot 3T X HLWHE EL-4 MM+ p53 &
ARATHER MDM2 mRNA MIEAREMNEL, DR X §H4ERLES EL-4 56 G, #1
FRMFEISr THLM . ZREBY . B 4Gy X HHERBHEH EL-4 MM, p53 HERXEMNE 2h ¥
B, 4h K, FEEHESE 24h (p < 0.05 ~ 0.001); MDM2 B A #EEER G 4~24h
WEFAR (p < 0.05 ~ 0.01) . H—HWE X HLRELHE MDM2 mRNA KPHEBAELE
KM, #£% AGy X H4MEsEN EL-4 4158, MDM2 mRNA KV E 1~8h HHE
B, Hi, 2h HEFR (p <0.01) . 4iRERY, X §TLHS EL-4 4178 p53 FAH
% MDM?2 HEHkis, ATIRRE G, $MEBAETE, 4 DNA RE615 558 MM E 5 A 0 HUE
. .
X@id wmEs, EL-4 41, MDM2, p53
S %S R81, Q52, Q786

X PERBH T —REF UM G YR, HAUGR B ATRst £ o2 R e, 1
AFFETH ps3 EETHES MDM2 EEH R, MDM2 HEANMXEIEHASHEH 2
MAHEAERS p53 MALSRMEIL p53 BHMWHZBIENRE, BR—4 “Amsrtd | {
B, MDM2 HIEWIRERMRE G, FAEMAIRTE, F DNA Hit5E R MARE T A 4R
A, &= TAEME T ARES R EL-4 4188 p53 HHERH T ##EE MDM2 mRNA MIEH %
KRN, B B ASTEE S EL-4 4008 G, BN - TFHLE

LB OB R %

1.1 AR R RS &

EL-4 /PRKEEAE, HRBER Y DAETEST NP E SR ERF. A Philips
BT X STETILBES, ®BIE 200kV, B 10mA, B4R 0.5mmCu, 1.0mmAl, K= 4588
0.0125Gy/min F1 0.287Gy/min, $EEZFE 3% 212cm F 50cm . Bl 4Gy X SFEEZ 1 .
2, 4. 8, 12, 24, 48h, EL-4 40/l p53 H H KA MDM2 mRNA KF-REEHFEHE
b, FEHERBHRA.
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1.2 REFEEDE

RKI6Hnid, FACScan RLEAHAR(KLM p53 F1 MDM2 HEREXME L. 3§ 5% ¥ 2ZBEH
B 52 B e R BE T RS (1108 /N 4HBf) A PBS HEWR 2 R, BRSO B, SRS A S —diik
50uL, (1:50 #¥R), 4 ‘CIRY 45min, PBS ¥E¥ 2 W, IN& —Hikk 50uL (1:100 B8), 4 ‘CRY
45min, PBS ¥E¥ 2 1K, 0 PBS 500uL, #ATH MM, F47H 5 . B—HERHIRIE
ExE, BA PBS RESE—filk, HAPWE L. f FACScan BN HBAIA, Lysis 544
SATAL R, SRARFHEEARE > ERR, ESHAMHIH .
1.3 RNA Elifsik

& RNA 2RO 30K (3] o BL 2x10° PM4IME, PBS ¥ 21K, £ L, BWE4IM, A
0.6mL RELHBRAAME, BHEIRS, 0.1 FIRZERG (pH4.0), B, IIAZEKMEME,
TB5, Fn 0.3 &1 CH,Cls/ISA (49:1), A RGIR TG, 4 CHE 15min ., 4 °C 12000r/min
B0 20min, /MNOIRIR EBKAEEF A — L5ml B.OH, MASEKRRARE BS, -20°CH
7€ RNA £/ 30min , 4 °C 12000r/min B> 15min, F 1, ETHREE T 40ul I RNase
K, B HTE RNA iR &', -70 CIFE, £/ B, 238, Wels 0 3cHk [4] .
KA EARICIR S, PRI KK 45. A Phosphor Imager R BATiC @It HH
LR IR AR P EIRE, SRR R T 5 GAPDH B4R H TR K ER L
EHERR.

2 ¢ R

2.1 X $I%&EHE EL-4 4858 p53 1 MDM2 BB RIANTHR

RARTRESIE ARG, FNARARRN, MBS 4Gy X HEBHE 2., 4. 8.
12, 24h, EL-4 40 p53 f1 MDM2 EEFREHE (MK 1) . R 1LEEERHE, 246Gy X
SRS EH EL-4 41/, p53 RERKERGE 2h ME, 4h KEE, BEZERHE 240
(p < 0.05 ~ p <0.001); MDM2 HH MR EEREE 4~24h FHEFAR (p < 0.05 ~ p <0.01) ,

Tab.1 Changes of protein expression in EL-4 cells at different time intervals

after 4Gy X-rays

Time after irradiation Positive cell percentage/%

/h p53 MDM2

Sham-irradiation 11.96+ 3.42 26.02+7.05
2 22.43+7.54(1) 35.751+9.15
4 22.19+6.52() 42.48+4.7%)
8 16.46+2.07) 35.85+5.5(1)
12 21.78+1.22(%) 42.85+5.5(%)
24 17.38+1.22(1 36.66+6.26(1)

T+ s, n=5 (1)p <0.05, (z)p <0.01, (3)17 <0.001 vs sham-irradiation

2.2 X HERME EL-4 4 MDM2 BE mRNA KEHIFFE
KA RNA EI#E¥: (Northern blot) #:W%E X 44841/ MDM2 mRNA 7Kgy ati2as{k,,
EELE 1, £FRET EL-4 g+ MDM2 EFE M EFKTEM 2 4Gy X HABEFH
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EL-4 41fi+, MDM2 mRNA KFZERSE 1~8h HFHFEEYE, H, 2h HERAR (p <0.01),
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Fig.1 Time course of MDM2 mRNA level El-4 cells atter irradiation with 4Gy X-rays

n =3, (1)p <0.01, vs sham-irradiation

3 1w

MDM?2(murine double minute 2) BURE M 3ER /NS G EA R 2B, B
B PR A A MR R R, AR/ NRIEE AR PHTZHRE, EREHE
SRR EETRAEEYRR., p53 EHAME ST MDM2 JEHE—AEF XM psd &
H4LH R TET MDM2 R R, HEAMY MDM2 EH G X hEdER5%EH
AR B AE 456 5] ps3 MAMEZEARN, AW ps3 BHAEHEFEFEE REENT
W E WAF1 & GADD45 &332 HWIhEE., MEWAERAE, pb3 THREMEIE R LR
THEEMERZZEHSAES G WHMWEESFEE. T MDM2 HH 5 ps3 HEEM/ERAN
AR —A “GuUR AR, BRI T G BARERF AT, 8 DNA $UH1E5E /5 i 40 A A 24 i 1 359
[1,2]

TR ERE, £ 4Gy X SRS S BL-4 41H8, p53 HEREKAERSE 20 5, b
HKUEE, FeEE RS 24h; MDM2 EHMRAERH S 4~24h BETE. FNEHR, £2
4Gy X HHARREEH EL-4 41fiH, MDM2 mRNA /KTFFERHE 1~8h AFEEY, HA,
oh BB TR . LA EZEEE, X HEBHTES EL-4 410 pb3 HARE, #MESHTIE
[ WAF1 . GADD45 fl MDM2 &5, HEBQRESY p2l . GADD4S AR EL-4 41
B G, BAMERE, 1 DNA #iG L BE (ARBEMKZET AT EYZEEATRERR
Fhrkh . T MDM2 ME HFEEFYNETEASEHMMAHEERLS ST pod BAMERE
KRR p53 T B FMOE AL, ML TR MR RE, Ba—1 R
o, NTIFR ] G, BIHRFG BT, # DNA $iG B RS WAIREFHEA A, 53R [5~7]
E—.
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EFFECT OF IONIZING RADJATION ON p53 AND MDM2 GENE
EXPRESSIONS OF EL-4 CELLS

FU Haiqing LUO Can FU Shibo JU Guizhi
(MH Radiobiology Research Unit, Norman Bethune University of Medical Sciences, Changchun 130021)

ABSTRACT To explore the molecular mechanism of G; arrest of EL-4 cells induced by
whole body irradiation (WBI), Flow cytometry (FCM) and Northern blot were used to analyze
ph3, MDM2 gene expressions of EL-4 cells after irradiation with X-rays. Results showed that
the p53 protein level of El-4 cells increased from 2 to 24k, and the MDM2 protein level of El-4
increased from 4 to 24h after 4Gy irradiation with X-rays. Mecanwhile, the MDM2 mRNA level
was significantly increased at 4h after irradiation. Conclusion: these results suggested that there
was a feedback loop between pb3 and MDM?2 protein in EL-4 cells after irradiation with X-rays,
which made G; arrest cells reenter cell cycle.
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