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[Abstract] Objective:To study the effects of aplasia rashomolog member I (ARHI ) on HOC SKOV3 cell lines. Methods: After
transfection of the pIRES2-EGFP-ARHI plasmid to the HOC SKOV3 cells with low expression level of ARHI gene, absorbance A was
measured and performed to calculate the inhibitory rate of cell growth using CCK-8 method. To analyze the cell cycle distribution and
apoptosis rate by using flow cytometry and to test the change in expression level of LC3-1II protein by using Western blot approach in
the pIRES2-EGFP-ARHI-SKOV3 (the test group), pIRES2-EGFP-SKOV3  (the plasmid control group) and SKOV3  (the negative
control group) cell groups. Results: After the cells in the test group were cultured for 24, 48, 72, 96 and 120 h, we found that the
inhibitory rates of cell growth were 64.69%, 70.17%, 67.01%, 66.87% and 67.70%, respectively. The inhibitory rates of cell growth
in the test group were significantly higher than those in the plasmid control group (P < 0.01). The ratios of S phase cells were
64.18%, 38.43% and 15.15%, and the apoptosis rates were 47.97%, 26.53% and 9.33% respectively after culturing the cells for 48
h in the test, plasmid control and negative control group. The proportions of cells in S phase were 43.29% , 10.37% and 10.89% ,
and the apoptosis rates were 51.34% , 24.70% and 4.39% respectively after culturing the cells in the test, plasmid control and
negative control group for 72 h. The significant difference remained between the test and control groups. The expression level of LC3-

Il in test group increased with significant difference compared with the control group after cultured for 48 h. Conclusion: These find-
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ings suggest that ARHI gene inhibits the growth of SKOV3 cells, arrests the SKOV3 cells at S phase and induces apoptosis and au-

tophagy.
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1 d #5406 FLAR, BEFLEL(3~4) x 10° i3 FhrE
2 ml YRR I, 24 b A4 ML A E
ik 90%~95% ., FHTCIMLIE 55 35 Fi B¢ pIRES2-EGFP-
ARHI JFhi DNA, B A ¥, 28 250 wl; FH G
R SRR B Lipofectamine™ 2000, BlE B W, &4
250 wl, ZEIRAE 5 min; BRRIES] A B WG EIR
JCE 20 min, K 6 FLAR TR IR LG, REELINA
1.5 ml CIEREFRE K A BIRGWEZZ A 6 1L
Mo, B JE 24 T 88505 37°C, 5% CO,, 55 37 H4
PR FE 4~6 h JE &R IR, 24 h J5 H NIKON
ECLIPSE TI-S %) BB M EE GFP SRz, 4l
WA SR N e T A

122 CCK-8 ikl SKOV3 2m L4 ¥ Fph)

s EUE K 0 SKOV3 4, 2RS4k, Hi
PR AR, VAR R 5 x 10° >/ ml KA L
HHFL 100 pl 42580 T 5 He 96 FLA, AL 55 24 h, 52
Il Y A pIRES2-EGFP-ARHI JFUk: , ik ) 1R 21
v A pIRES2-EGFP Jithi, BHMEXTREZH SKOV3 4
MG Yok, U 1640 K 10%FBS 5373, 541
W6 MPATIL, IRAREFRAE G TR, THi R 24 .48,
72.96 K 120 h J54rnil et 1 S g, e i,
FFLINA 100 wl 1640 15559 .10 wl CCK-8 X7,
[FIRE SRR S 7 4 h, A ShRhRAS e R i 5 s
B 43 S0 5E 30,60 & 120 min BFAYMEGREE , &
YA BOFA(E I A 450 nm, S50
£ 4 650 nm, 25 X BRPEE

YA (%) =[ (20T R B - S0 50
R CEEE ) /20 X BEAL G B 1% 100% , SE 56 H
53K,

1.2.3  FL X m AU ) 4m BB o= &

JER X B LR X RE 2 4535 4 AT FL 3%
YL 48 72 h AN LA EIH AT AB I, SCIR R
HE AT o 395 4 M R A AR S B BT, 4%
ZH AR LS 1 000 g 2247 5.0 5 min, W% |
HEMA 1 ml KA TR A PBS H A, PR E L
JE A 70% CBEREE , T 4°CiE i, B [ 2 4 i,
B0 PBS PE 2 IR, i RNase A 10 wl,25 wl fifk
PIWE (PL) ALY | S RGO E 30 min, ALY
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A
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i FH SPSS13.0 GeiH % Bt i A 7oA, A K
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2.1 ARHI £ SKOV3 4a L ¥ 49 % & & ik

TE 2Ot BB T W%, pIRES2-EGFP-ARHI-
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1A) ; pIRES2-EGFP-SKOV3 4 fitd H H i L 21 /b &
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H U R LR B

B.

B 1 pIRES2-EGFP-ARHI(A)Y pIRES2-EGFP(B)#544 A SKOV3 4ifiid 48 h J5 &4 7GR F TR BB (x200)

Figure 1
cells 48 h(x200)

2.2 ek K dph) R 4 R

JERNT BEZH A0 B35 5% 24 48 7296 120 h {4k
K 2435 A 27.20% .31.10% ,29.80% 30.73%
1 31.28% , 5256 2H 41 f 19 A= 4 40 iR 4 51
64.69% 70.17% .67.01% .66.87%F 67.70% , %18 i,
T TR L (P < 0.01, /8 2),
2.3 ARHI 3 2m i &) 48 557 AR B 2w e R 1= F 4 %o

Ki3% 48 h & 72 h )5, A iR pIRES2-
EGFP-ARHI-SKOV3 41 S #f 4f Jifd 43 %1l 1 64.18% J%
43.29% , BRG] REEH K BT BRZH A BH B 38 n (P <
0.01), 5557 72 h P I &, 0 T I B A4 S SHIRH T
MG, LIATT R T REFF 48,72 h B E (E 53
R 47.97% K 51.34% , 55 Rkt BRI FRZH L
B, WEGN, 25 A SEE (P < 0.01,51),
2.4 Western blot #m] LC3-11 &%

LC3-T 2 M 76 15 3% 48 h ) SKOV3 41 g |

Green fluorescence protein expression after pIRES2-EGFP-ARHI (A) and pIRES2-EGFP (B) were transfected to SKOV3
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EGFP-SKOV3 A KA il

Figure 2 Effect of ARHI on cell proliferation inhibition in
SKOV3 by CCK-8 assay
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Table 1 Influence of ARHI on the cell cycle phase distribution and apoptosis rate (n=4,%)
48 h 72 h
GO/G1 S TR GO/G1 S G2/IM TR

SKOV3 2H 63.33 15.15 9.33 70.51 10.89 18.60 4.39
pIRES2-EGFP- SKOV3 4 49,71 38.43 26.53 66.49 11.57 1541 20.55
pIRES2-EGFP-ARHI-SKOV3 2H 29.57 64.18 47.97 43.17 43.29 12.04 51.34

GAPDH #HLt,SKOV3 4 figZH . pIRES2-EGFP-SKOV3
40 a2 FI1 pIRES2-EGFP-ARHI-SKOV3 41 fifd £ 1.C3-
I 25 11 B AH X 2% 38 1 43 01l o 0.098 8 + 0.003 0,
0274 3 + 0.000 2.2.081 1 = 0.006 1, 5 Bkt B4 F1
AP %F B4 4%, PIRES2-EGFP-ARHI-SKOV3 4 Jifl
20 LC3- N s RA I I, ZRAGITEE
X(P<0.01),

SKOV3  pIRES2-EGFP- pIRES2-EGFP-

SKOV3 ARHI-SKOV3
- — a

GAPDH S S

LC3-11

K3 ARREIZE ST LC3- I A A 1
Figure 3 The changes of the expressions of LC3-1I in different

groups

KI5

ARHI T+ 1999 45 Y 56 42 v 707K 2 An-
derson JEEAE 0 AR, i Ras BTG 22—, J@ /)
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B, AR AR, BREREEE A F K
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ALK LC3- T, 25 AW/ NI S,

Lu ZE0959BF9E iR, ARHI 3 K RE L1 51 198 20
JRURE AR i A 2 I OR R ORI, SRR 4R rp
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JEAETT WA eI R Y ARHIT JE DR B £
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