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[ Abstract ] Objective To exploré the effects of slfn5 on proliferation, migration, invasion and epithelial-mesenchymal
transition (EMT) of ovarian-cancer cells and its mechanisms. Methods The expression of slfn5 in resected samples from
patients with ovarian cancer inHangzhou First People's Hospital was detected by fluorescence quantitative PCR. The
expression of SLFN5.protein in ovarian cancer cell lines A2780, SKOV3, OVCAR3 and HO8910 was detected by Western blot.
The cell lines with high“expression were selected and transfected with slfn5 silencing gene. Transwell and cell scratch assays
were performedto exam the migration and invasion ability of cells in each group after silencing slfn5. The relative expression
levels of SLFN5, EMT-related proteins E—cadherin, Vimentin, N—cadherin, Snail, and Wnt/g—catenin signaling pathway protein
B— cateninnwere detected by Western blot. Results The relative expression of slfn5 in ovarian cancer tissues was
significantly_ higher than that in normal tissues (P<0.05). The expression of slfn5 in SKOV3. OVCARS and HD8910 cells was
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significantly higher than that in IOSE80 cells (P<0.01). The expression of slfn5 in ovarian cancer cell lines SKOV3 and
OVCARS were high, which was selected for transfection. Transwell migration assay showed that the number of cells crossing
the basement membrane in si-slfn5" group and si- slfn5” group was reduced after transfection of slfn5 silenced gene,
compared to si-NC group (P<0.01). The expression of EMT-related proteins Vimentin, Snail and N-cadherin in si-slfn5"
and si- slfn5” groups was decreased, while E—cadherin increased, compared with si- NC group (P<0.01). The relative
expression of B- catenin in si-slfn5" and si- slfn5* groups was significantly lower than that in si- NC group (P<0.01).
Conclusion The slfn5 is highly expressed in human ovarian cancer cells. Silencing slfn5 reduces the expression of EMT~

related proteins and inhibits cell migration and invasion in ovarian cancer cells, which may be related to the regulation of -

catenin expression in Wnt/B—catenin signaling pathway.
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(] o AL (epithelial—mesenchymal transition, EMT)$§ |
B 2 1] 5T 41 e 1) e Ak, B KT 400 e B RN AR Y E
3, AEAR S E AR AT # e ) (0 o AR b ke AR T
EMT 73 AL AH 24 52 2% , 5% A A2 4 A1 (ransform—
ing growth factor, TGF ) —B/BRAST A 9y iz Jik A= 4 K5~ [7]
I 85 H (drosophila mothers against decapentaplegic pro—
tein, SMAD) . JE 5% 1A % 52 118 184 it (Janus kinase, JAK) 2/
55 S N SRS TR T (signal transducer and activa—

tor of transcription, STAT )3, Notch , Ras—fi¢ 43 %4 5 i
AL 8 F 4 ( Ras—mitogen—activated protein kinase, Ras—
MAPK) .NF-«B Fl p38 45 2 55 4 F {5 5 il i I i 4 1
Z 5RO R B EMT i R (R i, R B EMT
P45 o T RS 41 ot B9 S A B e A R
o N ZE slfn (Schlafen) J [ % i A6 B 01, Horh
slfn5 & D TR MiE R M98 | LRI JBe i <5 22 b i e
H AU IR T, 8 B0 M P (protein kinase,
PK) B/WE & A (glyeogen synthase kinase, GSK) —
3B/B-HE M H (Beatenin ) 38 % 30 il 3L i 4 & 5 H
fiff (matrix metalloproteinase, MMP) 14 3¢ ik 3 4101 1] 21 ity
R 27859 Fischiett 25T 7 A K 1 i 245 M 0
(pancreatic ductal adenocarcinoma, PDAC) AR
T slinS BN R RIS A 5 KR slin5 SR 2 5
T \PDAC 0 B B, JF S ECHUS A R o 4 i 40
ifd 2R A549 WA 58 K B, sin5 B[R 1o 33K 5 B EMT AH
I ST Snail 19K P TH 7 FEBE E-55 %6 8 E (E-
cadherin ) FRIKFEAL, B—catenin MR [i) 4 Mg [5T 5% 41 A 2%
Sy L™, AT U, slinS 5 PRS2 EMT 2o B2 v i O 5 8 4% 43
To TRATINT sln5 K&K _E R iR 1205 500 %, IR T
0 L 5 R LT, AT A 4 o A B AR 1 0 TE IR T R
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Mo ASIRGE LA B S 40 i 2 Bk, 38 2 TR slfnS
FE F 5T slin5 55 DA 7E BN 89 EMT H (9 4 FH SCH6
JiyeE 228 E RS RE 1 I RZ ), BT EMT Aric 28 1R
UL 53 DR 76 B0 SR Ak R b /R R ML, DA
10 50 BRI SRR R .
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TS — N R BE BT F ARG ST 19 21 51 51 895 8 5 1
TR SR ANE R U IR o N ABRIE T AN BLAG A5
W2 o0 B9 B B B 2 s R TR AT feyy e
MRYT o HEBRBRAE & I LA M ;s &9 FE L
o TE S RE TR R IU L FE R R A
JFHZENE SR D) e B A 5 & T BRI D) RERE AT A% YLtk
o RGP o 9 W R AT R O SR ek b1 Bk 1
14 {51) £ 35 10 1E #0952 20 (BE g 40 803 2% > 5 em,
B A M UOVE R IE W 4. I PRFEA IE # AR %
38~76(53.22 £ 10.11) %/ , BP9 4 AF- 1% 39~75(52.73 +
12.04) % . PRHAFRIE FL 22 R Iegi it 27 L (P>0.05) .
AWEFE AP T — N RS B BE AR R B S H A%
e, B AT AR PR R T4 2 TS R 215 .

112 4iffussaRSoral ANBPSE R LA 40 TOSESO
1O 95 40 i 22 A2780.SKOV3,OVCAR3 . HO8910 14
W F WL AR AR A BRA R . BT 405l FH %
FHEGFREE BT 37 C 5% FALBR IS FRFa P B 35 B R
P, 5 15 MR R AR A B AL AR, AR ROIRAS R A
XS A I A0 M A T R 2252

113 FFLH  Real-time K5 5 &0 H H A
TaKaRa 2 7l , Trizol i#57] . Real-time PCR #3251 &
4 H 3£ [E Promega 2\ A ; DEPC 7K g B db 5 & 36 24
) 5 40 2 A AR 0 1 36 [ Thermo A w5+ 20t
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FEB R 5N (SDS ) — 2R PN s Tt i 5 2 FEL UK (polyacrylamide
gel electrophoresis, PAGE ) 17| & . — 4 ik FH iR (bicin—
choninic acid, BCA ) £ FH ¥ & Il %2 17 & W A I g 38
= RAEYIFH ARG BRA w5 5T SLENS LAk (45 : 6789P)
FI N-452%5 4 4 (N-cadherin, #It 5 : 14215S) E—cadherin
(5 . 3195P) . % JE 2F 4k 25 1 (Vimentin, it %5
9585P) , Snail (41t : 3879S) .13 & [ (Tubulin, L5 :
sc—47778 ) BRI H 32 [F CST /A Al , B—catenin L AN £
SEREPUIAR A H 2RI = A YR BR S A 5 BUR i 4R
1k W it (horseradish peroxidase, HRP YARic T F IgG
Pt 1eG M H 3£ E CST 3 F) . Lipofectamine™ 2000 4% 4
A& A E B R R B A BR A | 5 T M I
Jiig U TR s B e . — FE 35 P A (DMSO ) it 5t %2 1+ B
) 5 2 [F Sigma 2y A

1.2 PHFEAZH 4P slfin5 mRNA FEIL KT K00
LR 20 2RV 55 20 2 2 W R R S B R S R R
K FH Trizol ¥ 1 2 & RNA , 2R F % )% % & PCR (qRT-
PCR) ¥ K ) mRNA 47 38455 50 o e HE 36 A 538 30 5) 14
A5 A SRR R o RNA AR 1l 35 5t
# 14 wl, I DEPC 7K #b 55 20 wl, S 4140 95 C i
A VE 15 min, 94 CAE1E 30 s, 58°CIE k 30 s, 72°C 4E fii
30 5,40 NMEH . BEAFER R E 3 EAT R AL, 25
HAE 3 U, LU I -3 - R It S 1 ( glyceraldehyde<3-
phosphate dehydrogenase, GAPDH ) A N 25, 2R FH 2744 1k
W 7 slfn5 mRNA A AHXT IR T sin5 ZI OE ) 5'-
CATCCGACGCATCACCGATCTG-3', JZ [i] 5! CATCCG
ACGCATCACCGATCTG-34GAPDH? WiFil5'-TGAAC—
GGGAAGCTCACTGG-3', [ [1] 5'<TCCACCACCCTGTT-
GCTGTA-3'. 5I¥H B THEY TR A4 .
1.3 4S5 KR b

1.3.1 5 Fh 40 ffg SEFNS R 11 Rk gy A >R H
Western blot ¥ o ¥ 520 20 fitd 43 731 i A 40 it 24 ft W, VK
24 30 min, B0 UCEE LS. R BCA & G
R I KT o FEA I ARG v, AR A
SDS-PAGER A £ 77 1 43 B FE i, 25t 6 7% 1) 2R i
9, L (polyvinylidene fluoride, PVDF ) & I, il A 5%
JBHE Wk B 1 b, YERRE S in A $T SLENS —$1 0% 5 i
o RPN S A HRP 40, W & 1 ho VRIS hn
A2 R SEIsR A, A B . RHBBGR b2 R 5
(Image J 4 %5 2 LA B30 204, FH AR A9 26 1
% JZ{H 5 Tubulin Y6 %5 B2 ) LU AE R R 5 240 40 g rh
SLFNS5 4 [ A AH X Rk i .

132 A4 e K sflnS mRNA Z2 3K FURGI B
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Y JI R si-slfnS" 4H | si-slfnS™ 40 A1 si—-NC 21 , k2L 15 35
24 hsi-slfin5" 41 . si—sIfn5” 2151 W7 50 WL 1. B4
JiL, R qRT-PCR ¥ 5 I 4% 21 41 i slfn5 mRNA (944
XF IR

Fz1 sS55I siRNA JF51

il ALY B P51 (5'-3")

si—slfn5" siRNA-1 F: GUGGUAUAUACUCCAGAGATT
R:UUUCUGGAGUAUAUACCACTT

sizslfns®” SRNA_2 F: GACUCAGACUCCAACGAAUTT

R: AUUCGUUGGAGUCUGAGUCTT

1 siRNA ATTER RNA

133 4iffiERe e I R 22 e UYL
MHIAEAA B (1) AT AL S25G : Transwell/ NEH R &
FUIEA 500,41 % 10% FBS (58 24 ifa 52 5k, = B
300-pul AN F FBS Y20 E R (AU B2 2 2 x 10° /L) o 1%
95 24 h 5 , [ 5 Transwell /N5 B R 2 4000, 45 &
Segufn Kb, SRR L LRI, 10655
Tl T BEAILBE£E S A LT | LSR8 1o /0N 2 98 I 1) 40 i
FEHHC, A0 AH X B B R 41 I RS RE )
R (2) M AR 2B 5258 - F Transwell /NE Y 3 A i 48
15756 1100 wl B BEAF i SEIR G, 37 CHEE 292 h, Ff
HEELS R G , 2 BT B L i b4 T, WL 5 2 /s
25 08 S 1) AT T8, 200 B AR G B LR R R A it
1RZZ0E T M
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JfL, F S O SR IR I 4 IR S 4k S G 95 24 h
Jo FRBURETA IR . FH Tmage J IR AL 34K R332 0 h
(Tow) S 24 h(To ) YR AL, TFE AT R . 410
T E=(Ty=Tasn)/ Tow x 100% .,

1.3.5 YAt EMT AHOCH (I Rk ki SR
Westetn blot 15 o HU#5 20 55 Gk 40 M i A 41 i 24, R
FH BCA B R 30 & e 2 K. FEROINA
FELR I, AR SDS-PAGE iR 71 & 7 40 B ke i B 55
W RS R PVDF B A 5% i B Wi 4P 1 b, P
J& 43 5 m A SLENS . Vimentin . Snail . N—cadherin 1 E—
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cadherin % —¥1,4 CHF LK, MA P ZRW T
45 min, {35 I Tmage J 40 BEAT K 5087 , LA Tubu—
lin KN 2, 73 400 Vimentin . Snail . N—cadherin Fl
E—cadherin % EMT 15625 1B A 234 1k

1.3.6  #JLAE h Wnt/B—catenin {55 5 31 [ AH ¢ 25 H
FEE BRI SR Westetn blot 35 o BUAS 2H %% YL 40 Jiw

T 40 2409 , 2 18 BCA 28 P e B I 52 180 & 1
I 5 S 3 SDS-PAGE 73 1 454 I A, A 5%
Ay E R E A 1 h, YRS A B—catenin—4T, 4 CH%
IR B BB, A Z P % IR 45 min, 5 IFH Im-
age J A AT K E AT, LA Tubulin N2, 115 B-
catenin 2 FIAHXf Rk &

1.4 it R A GraphPad Prism 8¢ i1 844 .
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SKOV3
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B3 YL slfns mRNA 223509 L

OVCAR3

2.4 JTER slfn5 FLP X SKOV3 . OVCARS 41 i 3T 7% Fl {2
ZZHESTIISZM Transwell iF #5256 45 S 7, A EE si-
NC 2 , si—slfn5" 21 . si—slfn5" £H ZF 3o 55 5 JI5E 11%) 40 Be A ot
B BN, 22 A G R (B P<0.01) 41
7 UL B slfnS B PR T SKOV3 . OVCAR3 48 it %) 1T
# . Transell 1= 78 52 0 25 B2 B 7R, A L si—-NC 41, si-
slfn5™ 20 | si—slfn5* ZH 25 1o J5 I A5 11%) A4t e A 6 50 a L 1
W, 2 SR Gt 2 5 (38 P<0.01) , $E R TR
slfn5 FEPIAMHI T SKOV3 . OVCAR3 4l 1228, WK 4,

2.5 ULER slfn5 56T SKOV3 . OVCAR3 i i iF % % 1
B 5 si-NC 4L H , si-slfn5" 41 | si—slfn5™ £ 1t 40
JXE B8 %34 i K T si-NC 41, 2 S A Bt 225 X
(¥1P<0.01) , BAE T JTER slfn5 KX BEGEFEK SKOV3 |
OVCAR3 4ififs =268 J1, LI 5

2.6 DLEE slfn5 X SKOV3 . OVCAR3 4 its EMT A 5
HEFIKMEM  Western blot £ i 75 , 5 si-NC 41
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a s - NC A b =i NC 4
B si—slinsS" 4] 125 B si-slfn5*' 4
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2 09 A
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SKOV3

a
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... .
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miNc4l
b 100 - | si—slfn5" 24
90 | si-slfn5?4]
80
X 70
60
R 50
‘f‘,}% 40
®
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SKOV3

OVCAR3

5 si-Neg b, P <0.01

E5 TR §lfn5 JE % SKOV3 . OVCARS AT FL 2 1 521 (a: SKOV3 .OVCAR3 4 Bl i A4 18] 3 b - UTER slfn5 225, SKOV3 . OVCAR3
AR F)

L, si—slfn5™ 41 | si—slfn5" ZH Vimentin , Snail . N—cad-
herin 45 (14 FH AT 22 35 1t W BE AN, E-cadherin A7 XT3 35
R ERN, ERA G E X (HP<001). E-
cadherin (3% )1 A1 Vimentin . Snail . N—cadherin HJ8 /> 5
DI SR8 AN L 0 A% R 22 B8 ) T B AR OC , SR TR

+ 2060 -

slfnS BE K BEA il B S8 40 i % 2 EMT, WLIET 6,

2.7 UL slfn5 FLPH % SKOV3 . OVCAR3 4 ifl B—catenin
FIRWEMW 5 si-NC 41 e, si—slfn5" 41 | si-slfn5”
21 B—catenin FX} eIk & B B RAL, Z R WA SITFE
X (¥P<0.01), WWE 7, B-catenin J& Wnt/B—catenin {55



AT RS 2022 F 25 444558 19 8

SLFN5

E-cadherin

OVCAR3

SKOV3

N-cadherin h —
Vimentin I-
Snail | e
Tubulin. [ ——]
o XA L
D & e
b SKOV3 m si-NCH
12r @ si—slfn5" 41
Lok O si-slfn5?41
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6 ULEK slfn5 FEPH X SKOV3 . OVGAR3 2 M EMT AH G 2 2235 52 1 (a: 85 1 HL K AL s b—c : TR slfnS 2R 19 SKOV3 .OVCAR3 4
Jifd EMT AH 28 H AR X e ik i)

©
=

1.00 msi-NC4

B si—slfn5" 20
[ si—slfn5"4H

e
~
G

OVCAR3
B—catenin I- — —|

Tubulin |S——— —_——

SKOV3

o
n
(=]

B—catenin [ FIX ik

, 0.25
3 ()LL/% $=§\®$5«?& 3 ()LL/% ‘)NL/% ‘;LL/%
B '/%\X _/%\X & _/%\X '/%\ﬁ

¥ < < < 0

SKOV3

OVCAR3
1 : B—catenin N B—4E K 1 ; Tubulin NI H ;5 si-NCH AL, "P<0.01, P <0.001

B 7 DUEK slinS R X SKOV3 ,OVCAR3 41 il B—catenin F& 15 AR (a: 25 1 HLIK & 5 b2 DUER slin5 3 K 5 SKOV3 ,OVCAR3 4 Jifd B
catenin 2 AN £k i)
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S R O E E T, FORE G ek i R AR 2N Wnt/B—-
catenin {55 53 [ 16 P FEAK

3 itk

K slfn (1045 B SLEN) 215 B T 1998 4F 1 1k
B ARIE , TE 5095 28 G0 S P g v e J A Y, Ik
FIATEM ZL W) R G A B ) iZ 3R3A0 ", slfn5 i
PRI B DA 55 TU I g 190 448 i 2 28 e 7% %% D) AR
2, U Mavrommatis 55" & BR slfnS JE PR v 22 35 m] #1031 3%
P PR 2R 00l AR AR A G, TT R sInS Ak PRI
AL LA B ot 1 PR R AN AR 28 =R R A RE T .
Sassano ZF UK 5T & B, slfn5 38 3 1 98 3 MMP-1 FiI
MMP-13 1] ' Je 4 I RS A2 MR 2% . sl ik BA A
SRl L R A T DR, RS e A L R A o
K F——45F48 E 8456 [FJEHE (zine—finger E-box bind—
ing homeobox, ZEB) 5 1 1 H 3% ik >k 52 Bt a2 4 FH ™
{H slfn5 J PR0 B 8195 A A= | S AR T8 R WLARGE .
A TR 1 23 5] B 75 1) B9 SR A AR 55 A 4
slfn5 mRNA [ 87K, 45 20 K BT T 25 A 21
B L9 42U slfnS mRNA R3A 5 3 1A, AH L OP
HLERTH [ E A, B #95 HO8910 . SKOV3 ,OVCAR3 4
Jitl 2 F4 33 SLENS 25 19 55 28 5K, UESE T OP S 4
H AR AL S AEAE slinS SEPR 3R 35 1.

I 96 30 % A2 28 2 W > DIDAH DG 1 B L 5
e e ¥ BB ARG o O SR B RS 2 R W B LR T
o5 DA B 52 W E IR ZR DAL, % B9 S 24 AT 7%
I Z2 1 L AT 52 2 0 B9 O S5 A B 2 E . slfnS
L ] gl E 2 AF 12 0 B 40 M 98 (renal cell carcinoma,
RCC) 41 Jifg (43 3l 1 = 28 PR THT R 44 O B A
slfn5 & PR 35 15 402 F fisi i Jof g 240 e 1) s sl P iR 28
PEO ARG W L UTER sIfnS 35 R AT LAt 2 300 o B9 1
TR 1) T F% MR 2R 18 Jre X AL YL II0 AR slfin5 J [ 114 B 51
I 40 i Y RIJR SR 56 | Transwell 3256 25 SEUESE R U4 slfnS
LD T BT SR A0 M A AR e )RR 22 RE . DT
R slfn5 FEHE , SKOV3 \OVCAR3 4L (19T 7% (2 25 ik
JIREAT A L A0 AT R R IR TR IR B R
shn5 J TR AT AEE o flE E A B 5590 40 0 2R (9 EMT 52 8L
TR R ZE

EMT f PR AR IR NI A 7 R B — A B g, Ui
1) 28 Hz A M A7 B0 )5, o2 AR . 9 EMT . i
MMIAE R A R Rl I EMT £ 283875 b B4l
UL ) R A DA AR A — S [ 5 200 L 1% R, DT 2745 B i
MR ZERE 1", EMT /Y E ZERHIE AL 45 E—cadherin 55 [
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