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hnRNP K shRNA %} K562 gisi i #6053
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[# TE)a#.FRRNAGESES K(Heterogeneous nuclear ribonucleoprotein K,hnRNP K)shRNA W FREXT K562 41K
MR, 7 % :Hind/Ecor 1 SUBHT AN F % & pSUPER retro hnRNP K shRNA i stimaz ik, LG8 3 1) i R 3 8t
e K562 4, G418 2B ML /T , 7 B A M 4IMIL  MTT 3250, B FR Y 4, RT-PCR S W4 ia A A FnAm M 08 T, A 1%, e
A%  hoRNP K FIEL A% 400 BHi%#2 44 1 T 4E(Eukaryotic translation initiation factor-4E,elFAE)mRNA FiAZE{L, #R . Wk
BT IER . 5834 K562 4MIAM L hnRNP K T-HE4H G/M HI40M LE BB B4% £ (P<0.05) , i 4L - W3 B 578
fE(P>0.05) , ZHHIHEFARE FTREAR , XU F £ 4% 40 ML B {2 18 22 (P<0.05) ,hnRNP K il elF4AE mRNA RIBHE 800t B 7 HIREAL T
55.22%%1 55.27%. %5+ :hnRNP K SEUTERAERE K562 4R HIREHAT T GyM 1, X 40 M e T 30 1838 S , IS4 e sd e
71, T eIFAE mRNA ik, (WU 2% 40 & 32 R T RE S 4R 7 A K.

[ %4817 JRNA S5 1 K shRNA ;3 SR S 80U KA BIERGE T 48
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The effect of hnRNP K shRNA on K562 cells
HUANG Lian—fen,et al
(Department of Laboratory Medicine ,Key Laboratory of Laboratory Medical Diagnostics ,Ministry of
Education , Chongging Medical University)

[Abstract] Objective:To explore the effect of heterogeneous nuclear ribonucleoprotein K(hnRNP K)short hairpin RNA(shRNA )on
K562 cells. Methods:hnRNP K shRNA retrovirus was packaged with pSUPER retro hnRNP K shRNA after its identification by
enzyme digestion and sequencing analysis,then FCM, Wright staining, MTT assay, RT-PCR were used to analyze its effects on
cell cycle and apoptosis, proliferation, hnRNP K and eukaryotic translation initiation factor-4E(elF4E) mRNA of K562 cells
respectively. Results:The sequence of the inserted fragment in pSUPER retro hnRNP K shRNA was correct. Compared with
the control K562 cells, hnRNP K shRNA treated group showed significantly more cells at GyM phase ( P<0.05), growth
inhibition and more cells with 22 nucleus(P<0.05) as well as 55.22% and 55.27% decrease of hnRNP K and elF4E mRNA
respectively. Conclusion:hnRNP K interference blocks K562 cells at G/M phase,inhibits cell growth,and down-regulates both
elFAE and hnRNP K mRNA expression,increases cells with =2 nucleus,suggesting that it might play a role during cell
division. '
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L11 JER, BEMRFI4EME B FRE S B4 pSUPER reiro
neo+GFP( WLIH 1), 5 R F T 84K pSUPER retro hn—
RNP K shRNA1(&# 5’ -TGGTGAATTTGGTAAACGC-3’)

7 AR EAZFEE Oligoengine 22 F1H pSUPER retro neo+gfp ii%%
FRERE, A RNARESM T H1 53T, TH R A5 X
FFFI69 shRNA; G ER B FERABELER (fp BR)HHER
HitkEE (neo £H), FTRT M TTREMITH I . 35 R B
BER LM shRNA MOIF51 (60 bp EERHRSE ), BEE R BN LYE, &
Tu B AP AB , 7E HI S FHERT , TTRARESERIA shRNA, X
BIEH Byl 7 Hind BB, BRI 2B 983bp RYHIFE
3l EAF P T S, 5 & BARA Bol T # Hind AR
Sty 60nt AYFERE WU 2 , MR B R AR A LT
W54 EcoR 1 %1 Hind M MBEYIRLA X BRI IR B9 A B
K41 204 bp, EREFWRNELFRAYE EcoR 1 /Hind
I BT 4 $1483] 1 204bp 7 281bp 3.

1 pSUPER retro neo+GFP i Rim B &

#1 pSUPER retro hnRNP K shRNA2(&# 5’ -TGCTTAAAT-
TA CCAACATT-3" )3 3£ E Danilo perroti B H M, X
B DH5 o B2 400, PT67 1038 4R MR , K562 4 bk th
A IREEA R
112 FEEF FRmEEA AN G Qiagen 2], FREE
WK Hind 11,Ecor 1 ,DNA Marker DL 2000, DL-15000
£ 8 KEYWTBRABRAR, BRI Transfast™ I H Prom
ega/ANF]. G418 B Invitrogen AF], RRLFIMIEN SHUMNILZEE 2
7], Annexin V-PE &35 Bender 22 FF= Mo

PCR B|#7i%3: iR A eIF4E mRNA FE51(NM_001968)
LI X hnRNP K mRNA FF%(NM_002140,NM_031262,NM_0
31263), I Fd Primer Premier 5 #{hH4Ti%it PCR 514, B
BAEYTBREARERA TS B.eIF4E 5147,P1:5°~ACGGAA

TCTAATCAGGAGGT-3’,P2:5° -TTCCCACATAGGCTCAATA
C-3’, 741K & 246bp, hnRNP K 5|#,P1:5 -CCCGATAGG
GTTGTAGAGTG-3 ", P2 : 5 ' ~ATTGCAGAGTCCCAAGTTTC
-3, =YK 452bp, B —actin 5[4, P1:5’~GTGGACATCC
GCAAAGAC-3",P2:5 —~AAAGGGTGTAACGCAACTA A-3’,
PR EE 302bp.

1.2 £BF*k

121 FRAETIFUFEE TR IE(pSUPER retro hn—
RNP K shRNA)FIZ5 8.4k (pSUPER retro neo+GFP) 4> Bl %%
EXRGHATHE DHS o BRSZAME, 2 Amp HUHEMBEE B
BN TTRENEEE , PR FUNRBUAT S U B B BURRL, A
Hind W/Ecor | ERHIVERETUREY] 2h /5, F=¥1 B 295 AR AR R
B ke, et % B RAEYHAERARNE
%%,

122 #EFHETFAE, REMRERE HIEEPT67
YiHE, B KA BOE KB, THSAT 1d 80, S uat i
Fi % DMEM, #§ TR AkA2 Bk Transfast™ B8 Fk 551
Ui A, BT 24h FIBEREIHAL, 1 20 F51R, IOAHT
BEIESERE 48h A 500w g/ml G418 BRI SR M
WEAMLY 7 ~ 10d /5, ERABFOLBHEE TG, SRS
WHTERE, F A 2000 g/ml G418 FIBEFEEY 1, B U %
SRR ek, RIS LI, BT Bk K562 4Hi,
JRYLATANA polybrene { AW E K 4w g/ml, YL S5 24h,
A 800 g/ml G418 MIPEFRITS R —BatalfG , A& 2
00 b g/ml G418 ISSFRAERHEF MY 1, BB FIRAFE R
¥t BB 4H K562 £,

123 WRNAROOSWABER  BEOWE 1 <1084 F
tha, SR RAMRLEEH K562 41, A% i PBS 2
PITERAAR 2 YUR, B 1ml B 70% 2. BEELIN,4°CHE
£ 12h LIt PBS BESRFEZEE,1 000r/min,5min, ¥ 2 ##,0.5ml
PBS T 24, I A PIF RNase A EAEE 50 w g/ml,37°C
1B 30min, AR R ML (FACScan, £ E BD A7) ER
.

124 WAYAKRMEMARAT B LREHERSH
K562 46/, F 1 x Binding Buffer ¥ 1 x 10¢ 4R /ml BI&
W, IIA 5ul Annexin V-PE J 101 FOBAYL%} 7-AAD, 2
2R, EiREYEHUE 20min, iTA 2001 1 x Binding Buffer,
37 ED E B4R { (FACScan, 2 EIBD 245 ),

125 MITRAERNMARERE REERTHAMNEHA
K562 400, 23 BIFS G418 200w g/ml B 1640 IR BT
1 x 10* 4~ /ml, Bl 96 FLIEFEMRH, |HL 2000 1, WAHE 3 4
AL, B R iR SR EN s AX R, 45 F 37C 5% CO,
ORI BRI 3E 1d,2d,3d,4d J5 , 2 BN AH & Al i 1
FF (A B 35 (MTT, F PBS BECAL S¢/L ¥ ,0.22 wm i JERR
WA, 200V 1L, Bk 4 IR SE AR 3% 4h 5, B L
JERBRIMT AL, SF000 DMSO 150 w1 FE45r F iR
284, AR (B 494nm ) E &L OLE (A E, LU
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Xt GFR B ; (2) 368 B3k S8 (3) ik
PSR 2 5 et IRE SEPR AL (A TR EF
RE)FEIRZIIRE . AL 3 FlkFLE,S Flik#E
05, FAREMF B A B ke, TS A T
BBk UM Bk LARIIE R R
33 BREFAFXik#E
EOVANZEFARME BB, BIEHTE, Fat
M FRIME T Rk R T 5, 0T R % T B ki
&4 AE 8 B T K E R, T
MR . MZMETF AT E R EEXAE, 5 FBOFRE
HBL, T e S B R Bk =, K THEE
s B A, XS A AR RN ES G, BiE
ZMAERE . SR F AR T RER G
BR, REVIOBRY, REMMES, RERARG
fnaEtP AT, fE R T IRE S, bR 1 BRG]
CIAE R AL AN, o HH B At 3 & 5
34 FEREREBMMAE
FRREIER S B2 R R T AR HE R
BB A R AR, ST RO, N B R BT,
BT RESFR, Bt ZE5G T AR, X
S R B E A EEN TR, TSI EAE; K
Hh AT CRAIE AR it B (] 3R ¥4 i ot B () 4, AL R
BB TG B> Z AR E AT 8] R4 4 3%, B
BRYBVH RS FPHEIE ; ZEXFEFEE
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