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Abstract; [Purpose ] To observe the expression and significant of the p53 isoforms A133p53 and
p53 downstream molecules by rmhTNF-MKN45 gastric cancer cell line model. [ Methods ] The dif-
ferent concentrations (50,100,200 .,400.,500 1U/ml) of recombined and modified human Tumor
Necrosis Factor (rmhTNF) were used in gastric carcinoma cell lines MKN45. The growth inhibitory
effect of rmhTNF was observed by CCK8 assay. The expression of p53 isoforms A133p53 and p53
downstream molecule Gadd45a,PTEN,Mdm2,Bax and CyclinB1 on the mRNA level was detected
by nested reverse transcription PCR (nRT-PCR). [Results] With the increased concentration of
rmhTNF and the role of the extension of time(24,48,72h),the cell inhibition rate increase gradually
(F=35.683,P<0.001; F=60.328 , P<0.001).In mRNA measurement ,down-regulation of A133p53,
Mdm2 and CyclinB1,up-regulation of p53,Gadd45c,PTEN and Bax was significant in MKN45
cells treated by rmhTNF. The expression of A133p53 was negatively related to p53,Gadd45a,
PTEN and Bax (r=-0.916,-0.894,-0.872,-0.971 ;all P<0.01),but positively related to Mdm2 and
CyclinB1  (r=0.924,=0.943;all P<0.01).[Conclusion] A133p53 is shown as an anti-p53 factor,
which might be related to regulate Gadd45a, PTEN,Mdm2,Bax and CyclinB1 in the inhibitory ef-
fects of rmhTNF to gastric carcinoma.
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Table 1 Primer sequences and base pairs

8 —%E cDNA & iR & PCR 5190 i Primer Primer sequence(5’ -3" ) Ba(sle) pa;irs
st oL L e p
AT AL i PCR 3738 o K = 4 A 133p53
/NI First:  F:CTGAGGTGTAGACGCCAACTCTCTCTAG 750
1.2 BiEHEEFH R:TGTCAGTCTGAGTCAGGCCCTTCTGTC
KNGS HTE T L0 S TG
A~ 7N N=S == o SR N=1 g
( aj 00ml/L Jifi 4 IfiL % . 100U/ml 75 5% %5 31 'i“ p33 F: GGTCTCCTCCACCGCTTCTTGTC 690
AW, BT 37°C 5%CO, 1T i 55 R:GGCCTCATCTTGGGCCTGTCT
FEAA TR IR L 0.25% R 28 1 IS Ak, O Gadd45a F:CGAAAGGATGGATAAGGTG 197
B K A A T e R:GGATCAGGGTGAAGTGGA
PTEN F: AGTTCCCTCAGCCGTTACCT 436
_Q M - = > 0 :
1:3 CCK-8 MEAREKE rmhTNF X MKN45 T
HESE A = Mdm2  F:CGCGGGAGTTCAGGGTAAAG 237
B MKN4S 21 A 78 £k 55 5 4 g B, DA R:AGCTGGAGACAAGTCAGGACTTAAC
1L 100pl, 5x10Yml (9% B 4E R T 96 fLB Bax fF; i‘éiiﬁﬁ‘é‘éﬁii‘égg?gggg S
SF Yoran W 2 Al 2 %
ARSI T 24h R g . B CyclinBl ~ F:CTGAAGGTGATGGAGGTAT 118
2H . X IR AISCEG ZH  rmh TNF FHR BE43 51k R: GGATTCGGTGGTAGACTT
0,50 TU/ml.100 IU/ml 200 1U/ml 400 IU/ml, B-actin  F:GTGGGGCGCCCCAGGCACCA 539
R:CTCCTTAATGTCACGCACGATTTC

5001U/ml, & FLi L AEFL, 5 F 24 .48

72h, B FL3T 2B IR I A CCK-8 357 A 32 3R
B0 HeB)) , 4k 22 0EE 60min, M FR 1L (K
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H-22HA )/ (-2 1) ] x100%
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CyclinBl mRNA Fi%# nRT-PCR #
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4.502% ,59.830%+6.949% F1 70.388%+6.322% , $& /K~
rmhTNF X MKN45 410 il 5 Bl vie B 38 i 38 - (F=
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35.683,P<0.001),
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rmhTNF (50 1U/ml) 7EH + MKN45 408 24,  FEAWEZ, &I A133p53 . A40p53 53 F4 (AL i e
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Table 2, Figure 1,
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CyclinB1 mRNA FiEHE x4
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WK a3 Pearson H 2k AH & 0B 45
SR  MKN45 40 ffl A133p53 % ik
K5 p53.Gadd45a PTEN Bax #
KAKE R A E (=-0.916,P<0.01;
r=—0.894,P<0.01;r=-0.872,P<0.01;
=-0.971,P<0.01), 5Mdm2 ,CyclinB1
FeIR KOV 5 1E AH G (1=0.924, P<0.01;
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Table 2 Effects of rmhTNF on A133p53,p53,Gadd45«,PTEN,
Mdm2,Bax and CyclinB1 mRNA expression (x+s,n=3)

Index 0 501U/ml 100IU/ml F P

A133p53 1.019+0.019 0.598+£0.079 0.383+0.045 108.785  <0.001
Mdm?2 1.097 £0.106  0.766 = 0.101  0.557 +0.047  28.038 0.001
CyclinBl ~ 0.744 £0.066 0.491 £0.081 0.296 +0.079  26.505 0.001
p53 0.289 £0.107 0.600 £0.122 0.892+0.072  25.963 0.001
Gadd45 o  0.366 £0.054 0.537 £0.069 0.702 +0.052  24.347 0.001
PTEN 0.100 £0.042 0.503 £0.169 1.050+0.269  19.951 0.002
Bax 0.353+£0.055 0.716 £0.086 1.008 +0.021  89.241  <0.001
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Figure 1 Effects of rmhTNF on A133p53.p53.Gadd45a,PTEN Mdm2 .
Bax and CyclinB1 mRNA expression after 24h
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Figure 2 Correlation between the expression of CyclinB1,Gadd45«,PTEN,Mdm?2,Bax and A 133p53 mRNA in MKN45
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