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Silencing PRR11 inhibits the migration and invasion of lung cancer A549 cells

Zhang Lian , Zhang Chundong,Bu Y ouquan ,Song Fangzhou
(Teaching and Research Section of Biochemistry and Molecular Biology ,Chongqing Medical University)

[ Abstract)Objective ; To further investigate the molecular mechanism that proline rich protein 11(PRR11) implicates in migration and
invasion in lung cancercells. Methods .PRR11 was down-regulated using siRNA in lung cancer cell A549. The migration and inva—
sion abilities was detected using wound healing, Transwell ,siRNA ;and EMT relative proteins was analyzed by Western blot and IF
assay. Results ; Our results demonstrated that PRR11 depletion significantly inhibited the migration and invasion abilities in A549
cells using wound healing and Transwell. Furthermore ,the expression levels of the Twist]l and N—cadherin were down-regulated in
PRR11 depletion significantly than that of control using qRT-PCR, Western blot and IF. Conclusion .PRR11 depletion significantly
inhibites the migration and invasion abilities in lung cancer cell line. It suggests that high—level expression of PRR11 enhance the
migration and invasion activities in lung cancer,but the molecular mechanism is worth for further study.
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1.1 A

NI AN R AS49 ARSI = {RTE, RPMI 1640 Fi5%
e HEE AR RIEBASIGE MY T Invitrogen 23 A
B RNA $2HGR 4 Total RNA Kit T 7T Omega Bio-Tek 2%
), JUEE SR 57 45 PrimeSeript 1st Strand ¢DNA Synthesis Kit
M6 E R PCR X SYBR PremixEx Taq™ f Takara 23 7
POt AN 2 M R H JE T BE 3 ( phenylmethanesulfonyl
fluoride ,PMSF) \SDS FEAZE il % 114 F Beyotime A, 1L
22K IR &I T Bio—Rad A7, PRR11 HLAE T Sigma 2
F] (HPA023923) , E —cadherin $ii & (TA800692) N —cadherin
Ui (TA503933) T OriGen 23 H], Twistl HUAIATF AbcamZy
A (ab175430) , Vimentin JUIRIE T CST AR (D21H3 #5741) ,
E—cadherin HLAIA T Sigma 237 (SAB4503751), AiffiA%Yeta
X7 DAPI(4’ , 6-diamidino—2—-phenylindole ) (D8417) Il [
Sigma Nl Transwell /NEE T Millipore NG
12 Fik
1.2.1 4G FE AS49 4R DMEM K5 FR3E (1% 10%)ih
AL T CO, JiFf46 (37 °C 5% CO,)FE KT,
1.2.2 siRNA K 519F8045 0 PRR11 #E4T RNAL T {f H %)
siRNA JFFI S 8B GE 5T 518 .5 ~ACGCAGGCCUUAAG-
GAGAATT-3" ] LBEFH4 ;5 " ~UUCUCCUUAAGGCCUG-
CGUTT-3", BAYEXTHE NC siRNA BYIE LBEFS R .5 -UUC-
UCCGAACGUGUCACGU-3", )X X474 K . 5° ~TTCTCCGA -
ACGTGTCACG T-3’ ,siRNA i GenePharma 23 %) (FP A%,

RT-PCR L F e 935 128 T A9 TREA RS )
. M2 GAPDH:F 5’ ~ACCTGACCTGCCGTCTAGAA-3",
R 5’-TCCACCACCCTGTTGCTGTA-3" ;PRR11:F 5’ ~GACTT-
CCAAAGCTGTGCTTCC -3’ ,R 5 ~CTGCATGGGTCCATCC -
TTTTT-3 ; Twistl : F 5’ ~GCCTTCTCGGTCTGGAGGAT-3" ,

R 5’ -TTTCTCCTTCTCTGGAAACAATGAC-3" ; E-cadherin ;
F 5’ “-TGAAGGTGACAGAGCCTCTGGAT-3" ,R 5’ -TGGGT-
GA ATTCGGGCTTGTT -3 ;N —cadherin: F 5’ —~ATCAACCCC —
ATACACCAGCC-3" R 5’ ~ACTAACCCGTCGTTGCTGTT-3" ;
Vimentin; F 5’ ~CCAAACTTTTCCTCCCTGAACC-3" R 57—
GTGATGCTGAGAAGTTGTTGA-3’ .
123 siRNA 0% BOWEUE K I A A549 200, L
3x10° M T 6 FLAR, LA 4 x 10* DT 24 fLIR, %
H Lipofectamine RNAIMAX {71, K siRNA #54% A549 4y,
BAJ 52 I LipofectamineRNAIMAX ffi FHEEH 45 . #5 UL )5
48 h ST, SEEANA R RNA BLEER (AR TR 229006
1.2.4 5 RNA EEHURIR L SE T Total RNA Kit I 421K
20 it S RNA,J‘-JFﬁiﬂE] PrimeScript Ist Strand ¢cDNA Synthesis
Kit #4752 5%
125 qRT-PCR Kl SRHHZEEAH SYBR Premix ExTaq™
HEATRE 7 PCR K0, RFG SR cDNA PR R 20 55 16N
PCR (BT, SONAAR 2N 10 WL, RSV FRFINT 195 CHAs i
10 ;95 CZAEME 5 5,58 CIB K 15 5,72 CHEM 15 s, Hd: 304~
PEFR ;72 °C ~95 CRufFMIZITHT 5 s, RHT 27 eirpire &
PCR 4552,
1.2.6 EFHEEUH Western blot R0 SDS 41 iy 246 e 1E
VK 244 30 min, KA BCA EMEE AWK, 10%#9 SDS
PAGE /3B IEHL K, —¥T 4 CIFE 108, SRJ5 11 H HRP 4RiE
BICEPU R R B (1:5 000 FiBe) PSS 1.5 h, ®5
K H] SuperSingal West Dura KGR AN, Ll GAPDH 4E
NS EN, I GAPDH HZHi(1:2 000 #ik) 1 —i.
it H—HiR B L GAPDH (1:2 000) .PRR11 (1:1 000) .E—
cadherin(1:1 000) .N—cadherin(1:1 000) ,Vimentin(1:1 000) ,
Twist] (1:1 000) , S —HL A =434 (1:5 000) ,
127 ABEEEREI siRNA AP 40 i Bl 2 B it 5% Y ad %
ik 48 h J5 4% PFA [ 40HE , 5 B H el Twistl Z40(1:
200), BT Vimentin B37 (1:200) 7655 3246 7 37 CHRH 30
min, PBS {i§¥E,37 °C N filiJH] Alexad88 K 594 Fric W' Hi A
P 40 1:1 000 BOEHFE 30 min, I ] DAPI XF DNA 3
rYen, 2530 10 ming VEUEA B A I FZOCR A TR
1.2.8  HMURZETRES:  Ai—SC8 . 1F 24 FLARANA 500 wL
T 10%FBS 1] DMEM #5525 SR 544 Transwell /NE BT 24
FUAR T I 100 L ZEBEAT G G M AHAE (7 5 000 ™2t )
JINA Transwell /N2 )2, Z J5H5 24 LR E T CO, Hi 544
(37 °C.5% CO,)HEIEFE 24 h, UL /N FIEF0E 1 x PBS
PRV 3 WA, AW EEE E 10 min ,0.5%%5 525 4 {4 20 min
1 x PBS Pk 3 ¥k, MRS L/ NE FIRAEB A, A R
TIa 6 B T REPLEE 5 kS UEF (100%) , 3T
F/NE T2 I T8

1RZESLEG . STIGRTTIA A BD R 5 R 35 e HH AN &5 10375
B DMEM #5525 0 1:8 R ke, SR B 60 WL R B3 51 3]
Transwell /NZE )2 A CO, i3/, BliJa , BUH/NE
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fELJEIA 100 pL JEiliiE i DMEM 3532 57K 46 30 min, B
100 L AMAER (& 1x10* AT A Transwell /N2 2
JE B R E T RS 5L 5
129 REEDVOCHA  AHMIEE YL 48 h 5T PBS 151E, 4%1
22 5% F B[] 52 400 25 min, 0.5%Triton X—100(PBS Bt il ) =
UEIE % 12 min; 37 CEFA 2 h (BB BT H - 5%BSA+10%
IR IS+ PBS)200 pl/AL; —HiiEE 4 CiE i (—Prymei .
Anti—-Vimentin 1:100, Anti—twist1 1:200, Anti-N—-cadherin 1:200) ;
WHT 37 CEH 1 h; ZOC P 37 CHE 1 h( —HiFiRE L
B . 2P0 594 I 488, E PR 594 K 488 ¥4 1:1 000),
i%m DAPLCH PBST 1:220 %) 5 min, PBST ¥ 4 x 15 min,
e [ R I B, Dt B U TS IR (O &
DU B AE) .
1.3 #E%RT

FIFH SPSS 17.0 FAFHATE 40001, T FORER A
B+ AR (0 £5) 3R, 2 BRI 0 LUABCR H o K56 K 50
K a=0.05,,
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"PE mRNA KPRk 5 U] AR (0.238 + 0.005) (B 1A) i
i Western blot 51 siRNA ZbFRANME 48 h J5 5 H /K F2
NGO, G5, X RERAIAA L, siRNA 0P A549 4iifif] 48 h
J& ,PRRI1 25 A FGA W0 (& 1A) W] DEPDCL (1)
siRNA 7 mRNA FE [ BTk BEA8 A 0 T ER A549 241 il
FRTETE PRRIL AYFRIL, [RIRT, siRNA AZbBE A549 41} 48 h
J& , EF YA IR 20 48 SR R PRRAT 3K T0ER 5 40 M P-4 1
PR (18 1B)

R
&
1.5 Sl
A L
0.5
% 0ol GAPDH| s—
< N
é%‘z&\
B\

a: 5% HALEA H, P=0.000
A. A549 i PRRIT ERCTTER
siNC siPRR11

B. PRRIT JUERJ AN BE A 1k
1 PRR11EAE AT
Fig.1 The efficiency analysis silencing of PRR11
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FEIRNT A ASA9 AUMLASENR . 1 5T FH A0 R R S A
SIRNA ZbBEJS X AS49 4= 40 fo i B A ey, 4559 8
R, SRR L A AE L PRR1T BEER S AS49 4 A 0 5] 3T
T I B A8 (8] 2A) Sl i Transwell {2781 B 525
PE—24T PRRI1 UTEBR S AR 22T R AR ) . SEaR g R
7R, PRRIT JUERA A At I i AR 28 e D BNt R 20 241 i 1]
IS ; (56.033 +4.283) vs. (22.147 +1.228),P=0.000;
1278 (42.336 £ 3.933) vs. (17.326 + 1.914), P=0.000]( ¥ 2B,
C), S5HFMW PRR11 TEMR AN AS49 H 23k Al BEXTT
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invasion of A549

23 L% PRR11 B %3 A549 #m i EMT (48 5-F £k F¥
EMT St 71338 5 0 2 M 4 e & A4 R 22 e i —
AEEAEYZEEARE, T ERARR PRRI11 TR S E AS49



BERERKZEFIR 2018 £5 43 55 5 H1 ( Journal of Chongqing Medical University 2018.Vol.43 No.5 )

— 665 —

i M A2 22 7% R B8 798055 1 20 T-HILI  siRNA AL BEZH L 48 h
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Fig.3 Silencing of PRR11 changes the expression of EMT-related molecules
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A549 Zifferh PRR1 Rk, R il 4 i (R 28 7 5 e
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TRl R AS49 (RZBT R HA EEAEH , 01
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