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1.1 SKOV, » SKOV, -DDP
1.2
1.3 PGPIPN 99. 288% (
) ; DDP(
) ; McCoy’ s 5A Medium( Sigma ) ; MTT,
BCA « Agarose (
) ; TRIzol( Gibco )
( ) ( Biosharp
) ; DL1000 DNA Marker. Premix x Taq
( TaKaRa ) ( Ther—
mo Fisher ); PVDF ( Bio-Rad ) B-
actin( ) ; SIAH
( ) : PSMAI
( Abcam ) ; PBS. B-catenin (
) o
1.4
1.4.1 SKOV,.SKOV,-
DDP  McCoy’ s 5A Medium 10%
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+100 U/ml <100 U/ml
37 C.5% CO, SKOV,-DDP
DDP o
1.4.2
28
(II-IvVv )
10% DMEM
PBS
I mm X1 mmXx1 mm
3 1.5%
40 ~50 min 800 r/min 5 min o
3 pg/ml \0.1
ng/ml B- 20% DMEM
37 C.5% CO,
o 48 h PBS
70% ~ 80%
1.4.3 MIT 48 h  DDP
96
DDP. 48 h 20 pl MTT 4 h
490 nm ( opti-
cal delnsity OD) 5
: (%) =(1-0D /0D ) x
100% . MTT 48 h PGPIPN
DDP o
96
6 ; .1.68 x 107!

pwmol /L, PGPIPN, DDP( 1Cy,) .DDP( ICy)) +1.68 x
10 ~° wmol/L. PGPIPN. DDP ( ICy,) + 1.68 x 107"
pmol /L. PGPIPN. DDP ( ICy,) + 16.8 pmol/L PG-

PIPN. 48 h 20 wl MTT 4 h
490 nm
5
(%) =(1 - 0D /
oD ) x100% .
1.4.4 RT-PCR SIAH. PSMA1 . B-catenin
mRNA
1.4.4.1 RNA 6

: .1.68 x 10" wmol/L PGPIPN. DDP
(1C) DDP(ICy) +1.68 x 10~* pmol /L PGPIPN,

DDP( ICs) + 1.68 x 10™" wmol/L. PGPIPN. DDP

(ICs) +16.8 pmol/L PGPIPN, 48 h
RNA DEPC -80 C o
1.4.4.2
1 o
1
(53) ((bp)

PSMA1 F: GGTTCAGCCACAGTTGGTC 241

R: TTAGAGATACAAGACGAGACACAGG
SIAH F: GCCACACACAGAAAAAGCAG 308

R: TCAGCTGTACGATTGCGAAG
B-catenin F. GCCACTACCACAGCTCCTTC 392

F. GCCACTACCACAGCTCCTTC
B-actin F: GCCACTACCACAGCTCCTTC 350

F: GCCACTACCACAGCTCCTTC
1.4.4.3 PCR Thermo

- PCR 1.5%
3-ac—
tin °
1.4.5 Western blot SIAH.PSMA1 . 3-catenin
6

1.68 x10 ™" wmol /L. PGPIPN.DDP( ICy,) .
DDP( ICy) + 1.68 x 10~ wmol/L. PGPIPN. DDP
(ICs) +1.68 x 10" pmol /L. PGPIPN.DDP( IC,) +
16.8 pmol /L. PGPIPN. 48 h
BCA 12% SDS-PAGE
B-actin( 1 : 10 000) .

N N

PSMAI(1 : 5000) .SIAH( 1 : 1000) . B-catenin
(1 :200) TBST 3

2 h o
1.5 SPSS 23.0

Image J X Es
P <0.05
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0 ~100 pmol/L DDP
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ICy, (10.022 +2.574) . (20.967 + 3.600) .
(23.743 +14. 043) wmol /L. IC,, DDP
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1 PGPIPN DDP SKOV;.SKOV;-DDP

1:1.68 x 10 ~! wmol /L PGPIPN; 2: DDP( ICy,) ; 3: DDP( ICyy) +
1.68 x 10~ pmol /L. PGPIPN; 4: DDP( ICs;) + 1.68 x 10! pmol /L

#

PGPIPN; 5: DDP( IC5y) + 16.8 pmol/L PGPIPN;  DDP P

<0.05 **P<0.01
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M12 3456
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2.2 RT-PCR -
RT-PCR PGPIPN DDP
B-catenin. SIAH.PSMAL1 mRNA
SIAH. PSMAL1
(P<0.05 P<0.01) PGPIPN
B-catenin (P<
0.05 P<0.01) PGPIPN o
2,
2.3 Western blot -
Western blot PGPIPN DDP
SIAH.PSMAL . B-catenin
SIAH.
PSMA1 (P<0.05 P<0.01)
PGPIPN B-catenin
(P<0.05 P<0.01) PGPIPN
o 3.
3
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2 PGPIPN DDP SIAH.PSMA1  B-catenin RT-PCR
A: SKOVj5; B: SKOV;-DDP; C: ; M: Marker; 1: ;2:1.68 x 10 ~' wmol /L PGPIPN; 3: DDP( ICy,) ; 4: DDP( IC5,) +1.68

%103 pmol /L PGPIPN; 5: DDP( ICs,) +1.68 x 10! umol /L PGPIPN;
**P<0.01; DDP :¥P<0.05 #P<0.01

6: DDP(ICy,) +16.8 pmol/L PGPIPN; :" P<0.05
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3  Western blot PGPIPN DDP SIAH.PSMA1 B-catenin
A: SKOV,; B: SKOV,-DDP; C: (1 :2:1.68 x 10 =" pmol /L PGPIPN; 3: DDP( ICy,) ; 4: DDP(ICg) ) +1.68 x 103
wmol /L. PGPIPN; 5: DDP( ICsy) ) +1.68 x 10 ~' wmol/L PGPIPN; 6: DDP( ICs,) ) +16.8 pmol/L PGPIPN; T P<0.05 *FP<
0.01;  DDP :*P<0.05 *P<0.01
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Immunomodulating peptide inhibits the drug resistance of

ovarian cancer cell through the ubiquitinproteasome pathway
Ruan Xin Wang Shenyi Xu Qia et al

( Dept of Biochemistry and Molecular Biology Anhui Medical University Hefei 230032)

Abstract Objective To study the inhibitory effect of immunomodulating peptide ( PGPIPN) on the drug resist—

ance and its mechanism in ovarian cancer. Methods The ICy, and cell proliferation inhibition rates were detected

SKOV,-DDP)
and primary ovarian cancer cell through the combination of the PGPIPN and cisplatin ( DDP) by MTT method. The

in human ovarian cancer cell lines ( both sensitive cell line SKOV,; and drugsesistant cell line
PCR and Western blot were used to detect the expressions of genes related to the ubiquitin-proteasome pathway in
human ovarian cancer cell lines and primary ovarian cancer cells. Results The experimental results showed that
the proliferation inhibition rate in combined drug group was higher than that in the groups treated only with DDP
and PGPIPN and the difference was statistically significant ( P <0. 05) . The results of PCR and Western blot indi—
cated that PGPIPN lessened the resistance of ovarian cancer cells to DDP by regulating the expressions of genes re—
lated to the ubiquitin-proteasome pathway in human ovarian cancer cell lines and primary ovarian cancer cells. PG-
PIPN promoted the expression of SIAH and PSMA1 genes and reduced the expression of B-catenin gene ( P <0. 05
P <0.01) with a dose-dependent manner. Conclusion PGPIPN reduces the resistance of ovarian cancer cells to
DDP through the ubiquitin proteasome pathway.

Key words ovarian cancer; immunomodulating peptide; cisplatin; the ubiquitin-proteasome pathway



