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Construction and identification of the RNA interference system
targeting CGl-100 gene
WANG Yong-qiang,et al
(The Key Laboratory of Laboratory Medical Diagnostics of Ministry of Education and Department of Clinical
Biochemistry , Chongging Medical University)
[ Abstract] Objective: To construct the expression vector of RNA interference (RNAi)system for CGI-100 gene and identify its
inhibition efficiency. Methods: Three oligonucleotides targeting CGI-100 gene were devised and chemically synthesized,annealed
to form double-strand DNA and inserted into plasmid PGenesil-1 whose segments were digested by BamH I and HindIl.
The recombinant vector were then transfected into K562 cells with lipofectamineTM 2000.CGI-100 expresstion in the transfected
cells was assayed by RT-PCR and dot blot. Results: The recombinant plasmids of PGenesil-1-CGI-100 were successfully
constructed by DNA sequencing analysis. The first of PGenesil-1-CGI-100 had the highest inhibition efficiency in mRNA
levels,up to 54%. Conclusion: The RNA interference system targeting CGI-100 gene were successfully constructed and a

interference vector with a higher inhibition efficiency was screened,which provides the foundation for further investigation.
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IR CGI-100 B F MK 5 PB4 M B G 58 |
DI RFESIRISET K562 4Hi b 5IRT-FER, CGI-100
A LR RIGIT AR | MEAERERE, A TiE—
BT CGI-100 2K 7 K562 MM e, A6F
&P XT CCI-100 £ F ki 3 MAFENM B MR R T
T, MR A FobL Ak, JE 5 gy K562 4 )5
Fio s 58 HAm il CGI-100 Z: R Rk iR, Ik
3% CGI-100 FH T HEBL Bl

1 MREHE

1.1 A

1.1.1 JFRS5408 PGenesil-1 R (S A THEFERRHBERE
RN G E AR )W A RIS TRAEY TRERSE
PR/ T),DHS o Btk NAEIRE,

112 FERFMTHEE REERYE (BanH 1 . Hind
1) TADNA #8:88 X B v B AW (&) RAHE, &
PARBUAN & . BEGAR W B _ LIS EFFEYBALNH,
A FEEX(AMP)W AL FEIIEA T ,DNA 5 FBirHE
W LR RS B S (RS A RA , BERE (Agarose,
kAR ) B AL A R IEA A, B 2438 & B Roch A7
1.1.3 PCR 3|#i%&it CGI-100.Vimention X N% B -actin
PCR E|¥132H TaKaRa( K& ) A 74 o

(1) CGI-100 5|9 (HUHY 4% H % H CDS FiT, X/hA
689bp)_L-##314):5’~AACTG CAGAT GGGCG ACAAG ATCTG
GCTGC CC-3", TiF514:5-CGGGA TCCTT AAGTT CTACT
TTTCC TCTTA TC-3’,

(2) B-actin 514 (Y17 416bp) W5 14:5'-CCTAG
AAGCA TTTGC GGTGG-3", T 5[4 :5-GAGCT ACGAG
CTGCC TGACG-3,

(3)Vimention 5 {8 (174 690bp) FIF514:5" -TGAC
CGCT TCGC CAAC TACA T-3" Fi#f5(4:5" -TAAG GGCA
TCCA CTTC ACAG- 3’

12 Fik
121 ETwEg WA 1,

H 1
b I+ Bam.
’\/ﬂ Hindll

annealmg digestion

=

ngauon

B1 HREARARNXRREE

122 HEEFFETHRFINRT KETHRFFIBT, F
FTER AT 3 X4t %t CGI-100 BH 3 41 RREALE
i/ % ¥ RNA (Short hairpin RNA,shRNA), Z5# 3 5 IF X
&% (19nt)—3F (9nt)— LBE(19n1)—6 N ESE T, ¥ 51 Lk iiF
i BamHI BE LA 45, T AN HindITT BG4 &8, #3158 80
FHIFFIZ Y GenBank EHFEHNE, AFER T4E CGI-100 £
T HOTTaEM  REX EBRA ARG H. HE5LRF
FU I B FHER Rl B A B A B e R

55 1 Ik

5’~GATCCCAGGCACAAGAACAAGAAGTTCAAGAGCT
TCTTGTTTTGTGCCTTTTTTTA-3’ ;

1R A

5’ ~AGCTTAAAAAACAGGCACAAGAACAAGAAGTCTC
TTGAACTTCTTGTTCTTGTGCCTGG-3 6

5 2 XHIE U4

5’—GATCCGCTCGTGATCGAAACATACTTCAAGAGAGT
ATGTTTCGATCACGACTTTTTTA-3;

58 2 xR S

5’ ~AGCTTAAAAAAGCTCGTGATCGAAACATACTCTCT
TGAAGTATGTTTCGATCACGAGCG-3’ .

5 3 X IE

5’ GATCCGTGGGCACATACAAATTCTTTCAAGAGAAGA
ATTTGTATGTGCCCACTTTTTTA-3 ;

53 R S

5’ _AGCTTAAAAAAGTGGGCACATACAAATTCTTCTCT
TGAAAGAATTTGTATGTGCCCACG-3’ o

FAMERT BRI 4 -

5’ —-GATCCGCTTCATAAGGCGCATAGCTTCAAGAGAGC
TATGCGCCTTATGAAGCTTTTTTA-3  ;

BSR4

5’ ~AGCTTAAAAAAGCTTCATAAGGCGCATAGCTCTCT
TGAAGCTATGCGCCTATGAAGCG-3’ .
123 FHFFIRABENEE BAERK S50 pl, HFEE
B8 wl, B LHER 8 w1, B KM 34 pl, BRIE
AIE, BT 95C/KEF 5 min, RIGREEZEZE.
1.2.4 Z81%E PGenesil-1 AR & KR & =N B BamH
1 A Hind W SUE§ Y] PGenesil-1 JFHL, 1% R B NS85 8E B B 1k
S R Bt o
1.2.5 FEHFHE PGenesil-1-CGI-100 ¥ 1k R 5 L= i
e BUERBIRATY) 2 w1 SLAHUK PGenesil-14 p 1,7
3 w1 TADNA EEFBAERT 16 CERIR, WEREAR
LB PGenesil-1-CGI-100, BrZ 7= & SN A B el &
HHRZAGM Y, BT Kan'lB EARH, B 37CEF
12~16 h, FIHEH THER G2 K PGenesil-1-CGI-100,
AT IR B FThIAN 2 PGenesil-1negativecontrol,
12.6 YK PGenesil-1-CGI-100 HEB G % E Bk
b3 Kan'LB AR LRI, BSAEREURR, BLS pt
BT 10 o/L BRAGVRBRIC LUK S04 o M6 BORL A Y B4 JORL
HEAEHERER R RN E LR E T .
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127 KRGS KS62 HAMIIE ST & 10%A6 4 % #Y RPMI
1640 338, F 37°C 5% CO, &MHTHE5%,

1.2.8 H:JL KS62 MR ifiE A RITFRY K562 1M 4
B 1 d &40, LAE 10% /M IiE A Ehid: £09 RPMI1640 5
FIR AR X 3 x 1054~ /ml, R 12 FLAIARE AR
o, L 500 1. K562 HAffIAGFE Y4 Lipofectamin TM 2000 i
AT I 4.8 pl BEEUIATE T 100 w1 KW Johik
Z RPMIL640 W ELA A W ;PGenesil 25 Ui SR RRERL
PGenesil-CGI-100-Negative F PGenesil-CGI-100  2H Ji #
DNA % 1.6 pg T 100 wl JLILEs TCHAE R RPMIL640
PN B ¥ A B WIRERRIRS, ERME 20 min /7,
EMMEEFRT,37C,5%C0, WHIREEE3F 24 ~ 48 h,
BRNMEA, 72 h 57 B EEFIRIFIN G418 HEATHiHE IR
(850 pg/ml),8d J5 F G418(200 p g/m))HEISERIEFE , BT
20 40 Ay 4% 9 K562-CGI-100, 25 2 AR 5 e 40 i fv 4 1
K562-PGenesil , BH 1t 5 BB Jif b &% Ye 40 M 6 44 R K562-Nega-
tive,

129 ¥ E RT-PCR %% CGI-100 EETIEER 47
BB B K B 25 B S A M S R L Y KS62 4RI 5 x 10°
A, 5% F Trizol X7 /3 HR B 4H AU MI Y 8 RNA J5 , 406
JEEEHINE RNA BV BERIAERE 355 ODoy/ODy, 7 1.8 EHY
AL AMV % 585 RT A, cDNA, 81T PCR 9718, KO
%4435 94°C 2 min,94°C 30s,55C 30 s,72°C 50 s,30 I 1E
R, IRJE 7T2°CHEH 5 min F&I CC1-100 R F) mRNA 25515
O, TRl B —actin PIXTER, BX 5.0 w1 PCR 7=#1i#f17 1.5%
BRRBMERERY R K (180 V,20 min ), f§ BIO-RAD B £ MY b
MBI L iR

1210 BEAZEE CCI-100 ZFVTERTFE B

1.2.10.1 DIG FEMLE| ¥ kARiT CGI-100 # E 4T \Vimen—
tion FERERET BURIEYL K562 4N 5 x 10° 4>, K FH Trizol i
IR B S RNA J5, AR 6EHRE RNA AR
LRE R ODy/ODy, T 1.8 b BUREASYE Jyidi%% s BT . F
CGI-100 3149 %M, BL 20 1 PCR 74347 1.5% 5
F A B A e K, 2 R I i & Il i Ak, F A e
THWE CGI-100 E: H Y3 M4 , ;L CGI-100 2 DNA
08 pg, THKAIFEE 16 w1, 7EBEK H2EH: 10 min, IMA DIG
FEDLE 1 Ame iR (Roche 22 B)), 7E 37°CARIC 12 h, Vimention
HEGFEARC TR L,

1.2.10.2 ARICHEZERIRT  PEHEH IR Roche 20 AR LAY
VAR BT, #E %) I8 DNA 5548069 DNA SR i b,
G B AR TR R IE AR

12.103 CGI-100 HEEVIEKERWBESA R 7 HIBOT A4
KHAH L YL AN 5 AR e KS62 4R 5 x 10° 4, R Trizol
BRI A S RNA 5, 266 HHIE RNA
B BE LIRS ARKVR STE R b e 6 AN B MR R 4
pLER 18 pg FEEMEARASMIR IEE 6 18, B
BEASE S pLEH 23 pg, B S50 AE B Al B 45
#To Vimention ZEFE TR LRIBE S48 AR L

2.1 BKBhEE

BB BamH 1 1 Hind 1 XUEEY] , BELG=H)
ITERREvE IR , R IR R E VI, KA B
T, /N A B R R /INA R R (B 2)

22 FURKBYRE

EAFR IR REY, Bk Fw W, 5 &
K, HF#E—FLE (B 3),

23 FAke) DNAMALZER

GRFRY, THTH LW, AR EN
Bk IWASRATIE(F 4), BLBH#ELE CGI-100 3
A shRNA BEH THAAEEBI
2.4 TaPE B Re e 4aE Jh ik

L5 U AEAS B Y PH I e B A B TG B B B
B NUER WA RO E R ERK (B 5).
2.5 RT-PCR %% CGI-100 AR AEAthRKLER

PABR AR W B UK AT 1Y 52 B SR HI B CGI-100 £
K58 mRNA RiERIKULE 6),

H A4 1 X PGenesil-1-CGI-100 Ji& 4 %% 3
K562 45 % CGI-100 2R & mRNA ik HI=R
s, M FIR 54%.

2.6 CGI-100 % B K4 Vimention & B K4 472
HE W R

531 B8 DNA HIH, CGI-100 R4 AT LUK
2] 0.1 pg A9 mRNA, Vimention %P #R44 AT DL AG I 2]
0.1 pg B mRNA, I bk —FpERE R FREE S5, R
HUEHEB = (E 7).

27 MEHRRERE CCI-100 AB M RELER

VIBE 5 9 5 (852 R HIWT CGI-100 2 H 5 Vi-
mention % A f) mRNA 35 &K (LA 8), 55 1 X
PGen esil-1-CGI-100 Jfi $7 % 4 KS62 40 ffL 5 ,
CGI-100 3£ N A mRNA REEREERERS ., 5
RT-PCR % 58 45 3R AH — 80, BT LA 2 % 3L 5% 4
K562 Ji W9 S 41 41 R Ja SRR S 0T 42

3 3 i

RNA T3 (RNAI interference, RNAi)F AR REHE
AT XUE RNA A 574 0 0 BE R 5 S J5 R IR 1Y
WA, Bl A s A SRERBA REFII
XUEE RNA(IE SC RNA IS RNA ), AT 5 5 02
(K mRNA FEfF, A BIRLIEERRRXAM B, &5
AR FAEY) h# LR SR VA, BT









