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Effects of p21siRNA on cell cycle uncoupling and apoptosis
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[ABSTRACT]
RNA interference assay. METHODS ; The expression of P21 protein in HeLa cells was induced by mitomycin (MMC).
Lipofect transfection assay was used to take the p21 siRNA into Hela cells and MMC was given 48 h after transfection.

AIM: To investigate the effects of P21 protein on cell cycle uncoupling and cell apoptosis with

FCM assay was applied to detect the expression of P21 and ratio of polyploid cells and apoptosis. RESULTS: p21 siRNA
plasmid interfered the expression of P21 protein in HeLa cells. The number of 2 haploid cells was decreased obviously
(P <0.01). The number of 4 haploid and 8 haploid cells was increased significantly (P <0.01) compared with control
plasmid 24 and 48 h after MMC was given. CONCLUSION : p21 siRNA silenced the P21 protein and cell death in HeLa
cells was induced by p53 — independent pathway in the condition of lower expression of P21 protein. The mechanism may
be related to cell cycle uncoupling and apoptosis by p53 — independent pathway.
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Fig1 Changes of P21 protein expression in HeLa cells after
treatment with MMC. % +s. n=4. P <0.01 vs

control.
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Fig2 Changes of P21 protein expression in HeLa cells trans-
fected with p21siRNA plasmid following treatment with
4 mg/L MMC for 24 h. z +s. n=4. *P<0.05 vs pRE
(X +4) + MMC; *P <0.05 vs control.
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Fig3 Changes of P21 protein expression in HelLa cells trans-
fected with p21siRNA plasmid following treatment with
4 mg/L MMC for 48 h. x +s. n=4. *P<0.05 »s pRE
(X +4) + MMC; *P <0.05 vs control.

HeLa ZHf%s:f p21siRNA 5455 4 mg/L MMC %l

48 h /5 P21 EAREHEN

B3

%1 HeLa #ff% 3t p21siRNA A2 MMC &I2/524 h
b an Nk e
Changes of polyploid cells in HeLa cells transfected with

p21siRNA following treatment with MMC for 24 h(%.

Tab 1

x+s. n=4)

Polyploid cells
2N 4N 8N
Control 68.14£2.47 21.26£0.39  10.78 £2.60
MMC 45.22 £6.93% 42.50 +3.78% 12.83£3.39
pRE(X +4) + MMC 54.35 £1.49" 36.03 £1.03" 9.98 +0.79
p21siRNA + MMC  36.10 1.59%*47.75 +1.83"*16.55 +2.50"*

Group

* P<0.01 vs pRE(X +4) + MMC; *P <0.05, *P <0. 01 vs control.
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%2 HeLa f %% 3 p21siRNA Fi#i /54 MMC &2 5
48 h fMEEEEN

Tab 2 Changes of polyploid cells in HeLa cells transfected with
p21siRNA following treatment with MMC for 48 h(%.

Xxs. n=4)

Polyploid cells

Group

2N 4N 8N
Control 68.32£1.55 24.36+0.78  7.52+1.03
MMC 10.68 £0.72% 78.50 +0.58* 11.16 +0. 54*

PRE(X +4) +MMC 36.42 +4.74% 48.54 +2.49* 15.44 +2.65*
p21 siRNA + MMC  12.78 £1.37%*62.90 £2.20%*24.70 +2.58%*

*P<0.01 vs pRE(X +4) + MMC; ®P <0.01 ss control.

4 3 p21siRNA Xt HeLa 48R T B =200
TR BRI A T 45 R A0 3R 3 Fis . 452R
BN, #% 44 p21siRNA J5 45T MMC Hl ¥ 5 24 h,
HeLa IR T-H -8B & T2 BB R4 (P <
0.01), 48 h J5IRT- A 44 T2 BUhiv 4,
%3 HeLa fff%s 3 p21siRNA /54 MMC 42 J5 24
048 h ARUATHIEN

Tab 3 Changes of apoptosis in Hela cells transfected with
p21siRNA following treatment with MMC for 24 h and
48 h after(% . x 5. n=4)

Group  Control MMC  pRE(X+4) +MMC p2lsiRNA + MMC

24h 1.54:0.40 2.48+0.60" 29.04+2.18%  37.25+3.51%"

48h 1.45+0.15 3.21:0.40% 30.82+2.13%  33.77:6.01*

*P<0.01 vs pRE(X +4) +MMC; *P <0.05, *P <0.01 vs control.
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JLAT EL — 4 /1N B B2 988 40 0 % A= 400 B ) B A 4
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ML T T p21 25 AT LR ps3 R RS
MSET, BNFEGR = p53 MR p21 540 A
FRABIR KR o

RNA TR A % % 5 UUBR, H& SCh WU
RNA 73 F Bl R RIR R R R B AR . 7K
P, BUEE RNA 7] 9% YR O A% PR B 4 iy 21 - 23
bp B/ F T4 RNA (small interfering RNAs, siR-
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