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[Abstract] Objective To explore the effect of the demethylation drug 5-Aza-CdR on endometrial carcinoma
xenografted in nude mice. Methods Randomly assigned the mice into decitabine (AZA), cisplatin (DDP),
medroxyprogesterone acetate (MPA), AZA-+ DDP, AZA+ MPA, DDP+ MPA and model groups (three in each
group) after building the models of xenografted tumor by transplanting the HEC-1B cells on nude mice, and dealt
them respectively with corresponding drugs (1 pg/g. single or combination) in the experiment groups and normal
saline in model group (injected per 3 d, 8 injections in total). Then the tumor inhibitory rates in different groups
were calculated. The methylation and protein expression of RASSF1A gene was estimated by methylation specific
PCR (MSP) and Western blot respectively, and apoptosis situation of carcinoma cell was estimated by tunel. Results
Inhibitory rate in AZA + DDP group was the highest, and the lowest was AZA group. RASSF1A gene promoter
region methylation levels of AZA, AZA + DDP and AZA + MPA groups significantly reduced and showed obvious
demethylation stripes while other groups mainly showed the methylation stripes. The differences of RASSF1A
protein expression between AZA, AZA -+ DDP and AZA + MPA groups were not statistical significant (P>
0.05), but the three were higher than model group (P<C0. 05); there was no statistically significant difference
respectively in the DDP, MPA, DDP + MPA groups compared with that of model group (P>>0. 05). In the
comparison of apoptosis index, model group was the lowest, followed by the three single medicine groups, and the
highest was three combination groups (P <C0. 05). Conclusion  Demethylation drug 5-Aza-CdR in endometrial
cancer treatment has a great potential clinical application value by reversing the abnormal methylation of RASSF1A
gene, restoring biological functions of RASSF1A protein and strengthening the efficacy of DDP and MPA.
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Table 1 Mass and inhibitory rates of xenograft in groups (n=3)

Group InhiEiZory Tumorgmass/
AZA 43.379% % 1.39+0.16
DDP 71.481% 1.0440. 35
MPA 56.614% % 1.26+0.08
AZA+DDP 81.249%# 0.8140. 30
AZA+MPA 70.023% 0.7140. 324
DDP-+MPA 74.051% 0.624+0, 254
Model — 2.1240.12%

# P<0. 05, vs. other groups; /\ P<C0.05, vs. AZA group
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Fig 1 DNA methylation status of RASSF1A gene promoter regions of
xenograft (A); grey values of methylation and unmethylation
in the band in all groups (B)

U: Unmethylation; M: Methylation. 1-7. AZA, DDP, MPA.
AZA + DDP. AZA + MPA, DDP + MPA, and model group.
respectively, * P<C0.05, vs. group 1; /A P<C0.05, vs. group 4;
# P<C0.05, vs. group 7
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Group Protein Al

AZA 2.27+0.13" 42, 11% +5.19%
DDP 0.99+0.06 36.22% +2.69%"
MPA 0.9840.15 41.33% +2.84% "
AZA~+DDP 2.2620.69" 66.44% +3.56% " #
AZA+MPA 2.17+0.38" 72.00% +4.70% = #
DDP+ MPA 0.85+0.23 73.22%+1.53% "%
Model 1.25+0. 34 18.11% 40.69%

* P<C0. 05, vs. model group; # P<C0.05, vs. AZA, DDP and
MPA groups

(P=0.085) . MPA 41 (P=0.089) .DDP+ MPA 41
(P=0.051) SR LR 22 S TR ae i L.
2.4 KABREE HEC-1-B HEATIER
TUNEL 3 0 4 g 0 7 4% 825 5 0L &1 3, 54
RUZH A Eb o S0 56 45 20 08 T 40 il e fo 25 2R 0 I S 0

1 2 3 4 5 6 7

RASSFTA o c— — iy Sm—  — —_—

DTN e Sy et CSMMS TIRSITY S S

2 &% RASSF1A & B #) Western blot 43 #7
Fig 2 The RASSF1A protein expression in groups

1-7 denote the same as those in fig 1
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Fig 3 Apoptosis of xenograft HEC-1-B cells in all groups. TUNEL staining X400
A-G: Model, DDP+ MPA, AZA+MPA, AZA+DDP, MPA, DDP and AZA group, respectively
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