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#H Z:BH MEICATARM THREREFRABRK. EI R TH L HLO @MW A, ik AT .4 &4 ICAT
LB FHRAT LR KJEE S PGLV3 FHR B K L. 5 PGpl-VSVG.PG-pl-REV .PG-pl-RRE %454 293T 4n i, &3 ~ A 12 @ &
B R A, A HL60 e, 2 548 E otk ; & 1 RT-PCR = Western Blot 3 K #m HL60 #2 £ @ e ICAT £ B
fe B R AHR. G BMsiFIR, R RAMAET A ICAT A B RNAIBRmF R ARKR.RFHEA 2X10° TU/
mL; & 57 5% 45 % 69 HL60 2w Mtk . A FHIIE R 7, shICAT 469 2 4% ICAT #9 mRNA & & & KF (P<<0.001), i
R #3 ICAT 3 B 69 shRNA 1% 5% 4 A ik H 4k, & 2488 T4 ICAT & ik ey HL60 am etk .

%4837 ICAT £ H; RNA F#; HL60 s

DOI:10. 3969/j. issn. 1673-4130. 2016. 07. 004 XEHS:1673-4130(2016)07-0875-03

L EKFRIZED : A
Construction of ICAT interference lentivirus expression vector and establishment of stable HL60 cell lin”
Wang Jinshu' ,Wang Weijia® Wang Ting',Zhang Yan'®

(1. Key Laboratory of Laboratory Medical Diagnostics of Ministry of Education ,School o f

Laboratory Medicine ,Chongqing Medical University ,Chongqing 400016 ,China;2. Laboratory
Medical Centerr , Zhongshan Municipal People’s Hospital , Zhongshan,Guangdong 528403, China)
Abstract : Objective
transfected cell line HL.60. Methods
annealing , which was connected to PGLV3 interference vector and with PG-p1-VSVG,PG-pl-REV,PG-p1-RRE were co-transfected

To construct the ICAT gene interference lentivirus expression vector targeting and to establish stable

The interference sequence targeted at human ICAT gene was designed and synthesized, after

into 293 T cells The lentivirus particles were packaged and generated. The virus titer was detected. HL60 cells were transfected for
establishing the stable cell line; RT-PCR and Western Blot techniques were used to detect ICAT gene and protein expression in sta-
ble HL60 cells,then the results were compared with those in the control group. Results The lentivirus expression vector targeted
at ICAT was successfully constructed and the virus titer was 2X 10° U/mlL. Stable transfected HL.60 cell line was established. The

effective interference verification revealed that shICAT could significantly reduce the mRNA and protein level of ICAT (P <C

0.001). Conclusion
interfering ICAT expression is established.
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WM betaE R E M T HMEF 4 B4 W08 B X
Wit 55 1% F R 2 #E AT 57U ok R IEMmAE T .
AR FRET X ICAT FEH 9 shRNA 9055 5 T $8 25 2
e HL60 40 . S 8 T4 ICAT By 4u gk . by ik — 25
ICAT 7E 2 1M 95 5 /% 2 58 BIF 98 95 5 LAl
1 ME5FE
L1 050 &I 20 Al i ops 40 i &R HIL6O 4 i 1
B E R B FE A i B2 B S BT A LA 5 293 Al i Oy AR S
IS BRI B 3% % IMDM , DMEM ( Hyclone USA) Fil Jig
LI (Gibeo USAD; 18 95 8 8 ik R 4t : PGLV3, PG-pl-VS-
VG.PG-pl-REV ., PG-pl-RRE >} = [K i #7 B 4= ¥ # 2 1 %
DNA M) (BamHI, EcoRD) \ DNA % % # . DNA marker I
% MBI Fermentas; RT-PCR iZF| & & K&EELEYWAH RN A

*  SEETUHEK A RBES S W H (81301492) .

# ,E-mail ; zy2753@ hotmail. com,

fEHEFA: EER . LU, EENFAMBAWILF R, 2

The shRNA lentiviral expression vector of ICAT gene is successfully constructed and the HLL60 cell line stably

(Takara,Japan) ; e $t A ICAT iAKWy B Abcam 2 &) ; cy-
clinD1,c-myc, TCF1 #i /& F Santa Cruz 2 # ; BiAR i & b ¥
BEARIC Y L0 SE BT S 0 L AE BT B B BRPT A Bractin BB
At P el AEMBEARAERAAE .

1.2 ICAT siRNA #UF T £ X NCBI E 2 &35
ICAT % H FE 3 F- 47 40 87 » B4 siRNA BB B0, 334
TG T4 HE 41, 4% DNA oligo 43 3 ] TE(pHS. 0) i, e i Ry
100 pmol/L, AR R (Y 1E 5% Fi [ X &% oligo . £ PCR
A b4 BE A T R P AT IR K AR FE 95 °C 5 min; 85 °C 5 min; 75
C 5 min;70 °C 5 min;4 CHRAF, B AL H B W E N 10
M 1) shRNA B . K BT 15 458 B o5 W # B 50 f%, K BE
200 nM, F F 3% H2 SO b .

1.3 ICAT shRNA Fixt I8 shNC J£%] ICAT shRNA JF 7
$ 5-GCA GGT GTT CTG CTG ATA TCA-3'. 1F X 4%.5'-
GAT CCG CAG GTG TTC TGC TGA TAT CAT TCA AGA
GTG ATA TCA GCA GAA CAC CTG CTT TTT TG- 3', &%
YAE 5-AAT TCA AAA AAG CAG GTG TTC TGC TGA
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TAT CAT CTC TTG AAT GAT ATC AGC AGA ACA CCT
GCG-3". % I shNC.#UFE % Jy . 5'-TTC TCC GAA CGT GCA
CGT- 3", IE X 4% .:5-GAT CCG TTC TCC GAA CGT GTC
ACG TTT CAA GAG AAC GTG ACA CGT TCG GAG AAC
TTT TTT G- 3', )8 4% 5'-AAT TCA AAA AAG TTC TCC
GAA CGT GCA CGT TCT CTT GAA ACG TGA CAC GTT
CGG AGA ACG-3',
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B SE A A Bt AT D) & A B, i T, DNA ligase 7% 3 AU
VIR B IE D 5 BE R b 3k . 22 "CiEd: 2 h,22 °C 1 h #%
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1.5 JRaE e SO MRy 18 B 0 2 40 M FH 2K 1 8 3 Ak %
B KR 293 T 4, EERT AP F 10 cm 40 M K5 3% I, 9 ¢
10 cm B35 L 3% 35 5 80 % ~ 90 % Bl 4 B JB6 T 05 4k AL 2
mL % 10 % FBS ) DMEM 5% 3% i - W4T {55 20 )i T2 A 1 200 Jifn =%
WHEFR R, 7E— LW M 5 mL B.OEFINA 1.5 mL Jiil
5 DMEM, 4% I H B in A & B 19 )5 51 14 28 12 50k A4 25 iR
(PG-p1-VSVG.PG-pl-REV,PG-pl-RRE) , B &), Bt % — R &
W15 mL 0% A 1.5 mL B DMEM, T it A 300
pL RNAi-Mate, I8 5] &= i E 5 min 56 2 HIR G 5 K
25 min JFBRER RN 8 mL 1ML 7 19 DMEM K 37
W, KHUREAZERINA 15 cm ¥R ML FRFERE 7248 TR
H A4~6 h JFWFEEEYL W, A 10 mL 4 10% FBS ) DMEM
KSR, TRk SE 15 5% 72 h, K35 SR LA 400 L3 % 3 15 mL
BB LB O S K B0 B 0,45 pm it JE AR AT
I, KSR 1020 FBS i) DMEM K 37 i 7 5] #i B¢ 12 05 25 JR
o B e 293 20 000 2 9 75 0 B o

1.6 Y HL60 4 i I i s fa e A M ik 3B AR S R4 1Y
HL60 4 %] 6 FLAR - £ L (2~4) X 10° 4~ 40 i . £ L fn A po-
lybrene Z R A MR LW H 6 pg/ml, 30 min J5 il A (4~
6) X 10° /B BE ;12 h JF e, K5 9% 96 h JFFE 9L M . 4R
Jo WU A0 A 2 VR R A0 M % B & (5~ 8) X 10° A~ /mL i g 4
JL < e 8 1) 4T M 2 T 300 B J0 T A I R 3o 3 L oA 4 R R
B AL BEOGE K R A

1.7 ICAT T s B RT-PCR F1 Western Blot ) % &
RT-PCR: g4 shNC % B 2H #1 shICAT 4 40 fift . #% B8 Invitro-
gen /A ] TRIzol j* i 15 W] 45 42 HU 40 it 5 RNA, 508 5 i /i
VK E RNA SEHEPE 28 50 43 0606 BE 1T I RNA B ok B2 A &
B (OD260/0D280:1. 8~2. 0); ICAT 5| ¥ 5% 5 -ATG AAC
CGC GAG GGA GCA CC-3',5-CTA CTG CCT CCG GTC
TTC CG-3',250 bp;practin 3| )5 41 5'-CAC CAC ACC TTC
TAC AAT GAG C-3',5-GTG ATC TCC TTC TGC ATC
CTG T-3',700 bp; ¥ %% )5 %3t 95 °C 5 min FAS M 16 5
95 °C 30 s A8 ,56 CiR K 30 s,32 MEAY . WA Bk
BEBE RS LUK 4 BIO-RAD i BUAR X W58 92k A Quantity
One 4. 6. 2 B {ExF PCR HLyk 25 BE 47 < B 5 4 1 43 07 3k B
263k 7K, Western Blot: [A]| FE 1y U8 shNC %f HE 40 F1l shICAT
21 240 i P 440 Pt 284 e R AT B4 R ICEVEE (1, A Bradford
TEEER. B 100 pg & [ #E1T 152 SDS-PAGE #E i 1 ik »
FEANEE B E R R OB, & 5% /N I3 i
P A 2 hom A —$0 ICAT, B B Lb il Ry 12 5 00034 °C i
s VRIS A 0 B LBy 12 5 000,37 °C B 1 hs ik
L 33 B8 R Ak 2 B OB S UL AT 2 . R Quantity One
4.6, 2 BRPEXT A A Uk S HEAT K B 0. IEMEAS

PA 2 2%ty KR (1) B R e 45 G i 0 1 2R 1 A X 3R 3k K T
1.8 Gl abB 45558 3 Gt fF SPSS1L. 5 43 4. HIME
M) EE A0 R ¢ K36 40 7, P<<0. 05 WA S B A G523 X, 45
Ff) PCR RIER (B K% ol B R K EE 5% A WS
KIEMEZH.

2 & ES

2.1 ICAT shRNA T #HAEMEY LV3 #& &% BamHI,
EcoRi i fifi Y] )5 B8 vk 18 (& 1A) , ] BamHI Fl EcoRI %t H fi% 5
R B e AT B Y0 L B8 V) 58 BUS » #E4T B I R B0 s K B YD S 1
H 5L N R B 5 48 Ak i 2R 3E 47 3% #2: )5 » PCR #1265 %5 58 (]
1B) ¢ 5 21 JFohr fF 47 B 1) %8 5, 78 B 19 45 15 K/ X B X 5
A D)4 20 0 25 6 I 1 B e B Oy BH A s R (BT 10D,
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AL L3 BRG] ;B T4 2R BRI C . T 4 4014 0 Tl U0 2%
D:Maker Lambda DNA/Ecol1301,

1 R STER

2.2 ICAT shRNA T KM T T bk w225
W], W EcoRI VI FF (1) 1] 58 2 BH 2 50 B 8 ve B 147 D0 26 72
45 R LI 2. 45 R B R F A IER .

>

B
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shiCA shNC
A:shICAT F 418K 09I 7 45 5 s B: shNC 5 41 24 19 0 Jy 45 41 .
& 2 EAEFEHNF

2.3 BRI AR HL60 400 5 45 g i 18 955 5 UKL 1
B A B JUORE S 3 il B 0 e I A A A T R, 3 TR 2K 1A
S35 AT v SR T N B R R 5% LR RNA-Mate 34T
e e 293T 20 42 2B 19 9 75 40 2%¢ R 2 )5 SR Ut HIL6O 41 Jifd
L 3,

2.4 ICAT shRNA # & HL60 40 itk T MR L%  Real
time PCR £l 25 S 8 7~ , T4 41 ICAT mRNA f % ik &
(0.36E0, 02) B X BRZH (1. 5740, 11 B i F 3 (P<C0. 001, &
4A.B), Western Blot £5 3 B /5, T4 41 ICAT & 1 &Kk
(0.5640. 06) 4%t BEZH (1. 44 +0. 045) B & T % (P<C0. 001,
Bl AC. D), 3X U B BT 44 2 1) 1% 975 B A 5 19 ICAT shRNA fE B
B ICAT FE K [ KR £k,
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A.B:RT-PCR #: A2 5 HL60 4 i  ICAT B K (92355 C.D:
Western Blot Kl £ # HL60 41 jg of ICAT EH M Kk P<
0.001),
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ICAT J& Tago %" AR IR 58 7 4t i 1% UG <DNA
SCIFE B K B — A B B L R R T Y (R 1P36. 1-
1P36. 2D1S214H~D1S244 Z 8], £ RRME LT 2], ICAT
B mRNA FikM Y4 EE, ICAT 2 HITZ M WAL W EE®w
HIEA WY beta- R E O M AR . H cDNA JF 5] 4 7
IR E g — A 81 AN AR IR A A X o F Ry 9 X 10°
MR i .

ICAT R EHES beta B E AL GIHHFIEES T H
M+ 4 254 ICAT Pk beta-i#E R H/T 4L+ 4 Z &
VIV B A RE 70 T Al 2 B 40 R ST R Y SR SR A TR L T A = 08
WEH KA beta 15 R H L5 IR .

ICAT 2N beta-3 32 1 /T 40 M K+ 4 #0461+ 78 s
M 4 A R & A GE e n] DO A i & Wt (5 5
3 6 3 20 00 bR AN B A T s H AT 8 ICAT MRk &
e 0 2 €0 000 1Y) s B (R B0 At A 3 3R W o T AR A
ICAT fig#l il Wnt/B-catenin {55 8 B 1& £ M #0117 WL
2T 184 L ISR R AT R AT i 6 A S R T
ICAT 5 i &k e A 25 Ve R0 . 5 3 3 8 STk i 38
A ICAT 75 Mg 4 i i) & A= & e B B2 09 /EH .

RNA T4 (RNA interference, RNAD) & 1E % 4= ¥ & ] 31
T A e TR 3K 01— P B G 4 A Al R R P g B DR SE I
i A 4% RNA (double-stranded RNA, dsRNA) i & 19 . 5] I
mRNA SR ERERI RS, XMAR R ELEREFEK
S, XOFR Ch G % U0 Bk (post-transcriptional gene silen-

cing.PTGS), Wi RNA f V5 2 BARZ /N BL. kA
SIRNA, X 26/ A Br — H 5 % ffi RNA(mRNA) #1157 I 5 51
H AN A 225 mRNA 2 )R8 1A AR B8 ™ A 2 A
R LR YU

AT T ICAT shRNA 3 ik 84k, il i #4 118
i 1 T R HL6O AN @ Sr T RUGE A bk . B real-
time PCR.Western Blot #ll & 3l ICAT mRNA 5 & 4 /K 3%
RYGSZIH WSS ICAT HE %t HL60 41 Jfg 5y R Y
5 B A
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