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EAIHE AT B IR BRI AR BIF R RITEAS . #E— R0 & B A IR sk S NEGE 514 PRR11L 5 A HIZE 1 Vimentin
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R, 0 PRRII B RIBFTEEED S Vimentin 3B N BB RBAEAREIFERRATAERR , N TIESIPRE
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Over-expression of PRR11 regulates Vimentin assembly

in lung cancer A549 cells

Zhang Chundong,Zhang Lian ,Bu Youquan
(Teaching and Research Section of Biochemistry and Molecular Biology ,Molecular Medicine and Cancer
Research Center,Chongqing Medical University)

[ Abstract }Objective ; To explore the molecular mechanism of over—expression of Proline—rich protein 11(PRR11) gene inducing ab-
normal chromatin condensation. Methods : The PRR11 gene was down—regulated and over—expressed using siRNA transient over—ex—
pression and immunofluorescent staining in lung cancer cell A549. The expressions of the Vimentin at mRNA and protein levels were
detected by RT-PCR and Western blot after the PRR11 treatment, respectively. Subcellular distribution of Vimentin and disruption of
chromatin condensation was detected by immunofluorescence. Results ; Endogenous PRR11 proteins were dispersively distributed in
cytoplasm,and over—expressed Flag-PRR11 proteins were dispersively and reticularly arranged in cytoplasm. The results showed that
both endogenous and exogenous over—expressed PRR11 proteins were co—localized with Vimentin. Disorder arrangement of Vimentin
in the perinuclear area and disruption of chromatin condensation were observed after over expressing PRR11 proteins. Conclusion : The
PRR11 proteins are co-localized with Vimentin,and the distribution of Vimentin proteins is re—arranged after forced expression of
PRR11 proteins in lung cancer cell A549. We speculate that abnormal expression of PRR11 proteins could induce the instability of
Lamins and abnormal chromatin condensation through co-localization with Vimentin and thereby promotes the development of tumor.

[Key word ]lung cancer;chromatin condensation; PRR11; Vimentin
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PRR11 25T & B — 155 40 i F5 30 R 45 0
i &t R R VARG BT R . PRR11 B&RiE
MBS SHEEMEHS P SRS BEMHX,
PRRI11 $ R EE XM AN G2/M B, BBl
BEM M ART, S 5 AR EE
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1.1 #H#

AR AS49 AR EHRIF, &5 PRR11 B
siRNA (PRR11 siRNA) F1BH #: %} HR siRNA (NC siRNA) ¥
GenePharma A8 (P E) & 8L, 3355 R A7) Lipo-
fectamine 2000 %% siRNA #% 47 Lipofectamine RNAiMax
W4 B Invitrogen /A H], & RNA #EURXF & W E OMEGA 2
B, R RN ST E R PCR EFIIM A TaKaRa 28],
GAPDH £ #[EHi/k (14C10)F HRP iR ¥R R —HMH
Cell Signaling 2\ &, RHLA PRR11 LS4 (HPA023923)
M Flag BTG (F7425) 0 B Sigma A7, BHLA Vi-
mentin S TEREHTA(RV202) % B Abcam 28], iR PEEhR
i =H Donkey Anti—Rabbit Alexa Fluor® R It R 96 tARiC
Z_#T Donkey Anti—Mouse Alexa Fluor® g Invitrogen INE,
40 B % B 2 57 DAPI(4° | 6—diamidino -2 - phenylindole )
(D8417)M] B Sigma 27,

12 Fik

1.2.1 2SS AS49 4MSR A DMEM 3R E (& 10%08
FMFE)T CO, A (37 CT.5% CO) BB,

122 siRNA iRt BB BEHE PRR1I #17 RNAi B
f# FHE SiRNA 551280, IE U518 :5° ~ACGCAGGCC
UUAAGGAGAATT-3’, & X 45/F%)% .5’ -UUCUCCUUAA-
GGCCUGCGUTT-~3’, [AtEXTHE NC siRNA FIIE LEEEF 2R .
5’-UUCUCCGAACGUGUCACGU-3" , |2 LEEFFF 2 .5’ -TTC

TCCGAACGTGTCACG T-3,

pvnl73 FRFOR i LW EHRA . PRR11 £ ORF F5

B FBEHE A pCDNA3.OFlag X844k, L #5147 : ATGCCCA~
AGTTCAAACAACG, F 514 : GTTTTGTTCATCAAAGCTG~
CT,
123 siRNA®§: FBFHEER PCR A= 40 kil 46
HOAOAb T . W BB R B K AS49 40, LAY 1.0 x 10° 4/
FLE AR 6 LI, siRNA B2 IR Lipofectamine RNAi-
Max I YLl HiE1T 8 ME, B4 48 h 5, IR
BURRNA,

TS Eoe e I 4n iR . W T BUE KB AS49 4R,
DA% 2.0 x 10* NALE B EREFP R 24 LR, 24 FLARPRECE 4
MU 3%8E F , siRNA ¥ 332 H8 Lipofectamine RNAiMax 20
S B HATERE,, FEYL 48 h B, TR, R
BIE Y IR Lipofectamine 2000 PEH B EFT
124 4 RNA RRBURISEG % 8 Total RNA Kit 123K
ZBfLAL RNA, 38 PrimeScript 1st Strand ¢cDNA Synthesis Kit
TR,

125 qgRT-PCR il RAF NN SYBR® Premix Ex
TaqTM # 17 & PCR &, I T5 6 E & PCR 51910 Vi-
mentin b ## 5’ ~-CGAAACTTCTCAGCATCACG -3’ , Vimentin
Fif 5’ -CTTGTAGGAGTGTCGGTTGTT-3’ ; GAPDH Lif# 5'—
ACCTGACCTGCCGTCTAGAA-3’ ,GAPDH F### 5’ -TCCAC-
CACCCTGTTGCTGTA-3’ , R F K 20 pl, R 24 Bdy
HiE & PCR HEER,

12.6 ZEFRBUF Western blot 4 SDS 40 ISR TE
7K - 244% 30 min, R BCA BMEBERE ., 10%K) SDS-
PAGE 43 BS B3k o FH 4T Vimentin BAREHTA (1:1 000 FEE)
B 4 CHELR, R)56 4 BRP FRic M E£5 B 5
REW(1:5 000 B P EIRMEF 1.5 h, HJ5RH Super
Singal West Dura ZIAF &R, L) GAPDH fEANESE
H, 1M GAPDH &Z4Hi(1:2 000 Wk )R —H1,

127 HEHEKM  SiRNA b3 40 B at R RRT 55 Yt 2
ik 48 h f5 4% PFA B 40 , 73 56 A %5t PRR11 BHi(1:
200) 5L Flag i (1:800) 1L Vimentin H47(1:200) 7
B34 37 CHBE 30 min,PBS 1§ ¥ ,37 CT{H Alexa
488 K 594 Fric I P RAHT R 4 1:1 000 BHLHFE 30 min,
FE4# ] DAPI %} DNA #4746, 538 10 min; YL £ A3
PO B TR,

1.3 3Bt

FRAESER A SPSS 17.0 GiH ki #4740 88, fris
BAEIDARIE 2+ b2 (2 £ 5) TR,

2.1 PRRI1I itk x SHBHIHH &
RIABF ST 4S5 8% , PRR11 ZE40 M A A GoM Wi =
09 3 Bt #5k PRRI BARGRER RN, BT RA
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EAFRZEE PRRI1 B THREF, g H
ik PRR11 iR G EEER 7 HT, A5 ZIPRR11
TE4MP S A S [R] 2225 5 Vimentin F AR, A
PR ER SR I5 PRR11 7640 M0 BR 48 40 i 42 IX 48R
B85 Vimentin #£E 7, Flag-PRR11 ;I #&iAF
B Vimentin 7RI BT AL, RHE R
EIAFNR , X 5 IEH M H A Vimentin S35
— A A E XA I HEAR PRRI S REFHE
& Vimentin HFIZRALFRMEERCRBERS® 12
7~ PRR11 A 8B 1T Vimentin B R BB ATEE
PRR11 B—/HEREREN, R 2 MRERE
SEXES, THECHRMETERED, BB
REW, HEREEXFESREASEOMEE
F«22”, HER 2 MBE R E &£ X 7 B/ S PRR11
5 Vimentin L2 LINC B 3 WiELEBLE
HHEMP AT EER, B PRR11 SHEER
Vimentin X8 MM SRR E , Wik — g R P
BREERARE

& LR, AR GE A A i R B R
R EFTT PRRI1 BRBBAROFTERRE
B FHLE, & PRR11 ZEfR R 5 B el 278
H Vimentin 3E58 07, i FRIXFFAE R PRR11 B
B4 Vimentin ZEEL RS EERRE XKW PRR11
s B A E M I A SHES AT
feff—Ed LINC EAYREMBAEREARE,
BASHLAEHRERRYE ., B ERET/EPR
1% T PRR11 5 Vimentin BB 2 H M E
YEFIREE , IEARER PRR11 TEME R 4B KBRS
FHLH,
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