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Abstract

AIM: To construct the recombinant plasmid
expressing two Fas-targeted short hairpin RNA
(shRNA) by pEGFP6-1 and pGenesil-1 plasmids

vector.

METHODS: Two pairs of DNA sequences were
designed, and then synthesized into comple-
mentary chains by annealing, respectively. Then
the obtained products containing short hairpin
structure were inserted into plasmid vector
pEGFP6-1/pGenesil-1 with U6 promoter. The
recombinant plasmids were transformed into
Escherichia coli strain DH5a for screening and
amplifying. The sequence analysis of the plas-
mids identified by restriction enzyme were car-
ried out. The two plasmids were first digested

with Sac T, and then with Sal I . A long segment
from pEGFP6-1-siFasl and a short segment from
pGenesil-1-siFas2 were reclaimed, and con-
nected with T4 DNA Ligase. The recombinant
plasmid series was identified by restriction en-
donuclease digestion.

RESULTS: The two Fas-targeted shRNAs were
successfully inserted into the plasmid vector
pEGEFP6-1, and the coding sequences of the
obtained shRNAs were consistent with the de-
signed fragments.

CONCLUSION: The recombinant plasmid
series of two Fas-targeted shRNAs is success-
fully constructed in one pEGFP6-1 plasmid.
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BamH 1 . HindllILA % DL2000 Marker}y i 3¢ [F
NEBZA Al $2 4.

1.2 77k

1.2.1 ¥2%Fas RNAIfL & ff ik & & X shRNAF
7] 49 i%3t MAEGeneBankt /N i Fas% 1T IR T
B, Z7%siRNARBETE NS, 5 HIBLASTHEER
AL A G i 7 5U/ES TRIVE )T 51, 454 SCHk[8],
5 TR 2 AE AL SN T-Fasa4h 1) 52 44
5, 1A T Fasd A IIFET 450), 40l vert ik

www.wjgnet.com

SV40 ori 1

--a:*/ _Promoter

1 pEGFP6-1/pGenesil-1RAIFHABE. MCSL:H4:
pEGFP6—1/5 i A: 5'—=Hind M —Insert_DNA-BamH
| —U6_Promotor—EcoR | —=Sac | —Kpn I —Sa/ | —BssH
I —xbal-Noel —Pse | —Drall -3"; pCenesil—Iﬁﬁ*ﬁ}'ﬂ:
5'—-Hindlll —Insert_DNA—-BamH I —U6_Promotor—EcoR
I =Sal 1 =Xba | —Dralll 3.

shRNA(65 bp)IHALFH R4, siFasl, siFas2fll
T8 FH B FRHK. K TAShRNA 1) A% T R 45 1)

-Sense-Loop-Antisense-Z 1115
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5-GTGCAAGTGCAAACCA GAC-3'". siFasl-
A(Sense)HlIsiFas1-B(Antisense): 5'—GTG
CAAGTGCAAACCAGACTTCAAGACGGTCT
GGTTTGCACTTGCACTTTTTTGAATTCAR3'
3“GCACGTTCACGTTTGGTCTGAAGTTCTGC
CAGACCAAACGTGAACGTGAAAAA
ACTTAAGTTCGA-5". siFas2(f#lJ%5)2:
5"AAGCCGAATGTCGCA GAAC-3'". siFas2-
A(Sense)FlIsiFas2-B(Antisense): 5'-AAG
CCGAATGTCGCAGAACTTCAAGACGGTTC
TGCGACATTCGGCTTTTTTTTGAGCTCA-3';
3'{GTTCGGCTTACAGCGTCTTGAAGTTCTGC
CAAGACGCTGTAAGCCGAAAAAAAACTC
GAGTTCGA-5'. i filX L7 FIHK: 5-GACT
TCATAAGGCGCATGC-3'. HK-1(Sense)FfIHK-
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5'-GATCCGACTTCATAAGGCGCATGCTTCAA
GACGGCATGCGCCTTATGAAGTCTTTTTTGT
CGACAM3'; 3'/GCTGAAGTATTCCGCGTACGA
AGTTCTGCCGTACGCGGAATACTTCAGAAA
AAACAGCTGTTCGALS'

DL E A iAW B 2 w5 k.

1.2.2 &k Fik#h 1448 pEGFP6-1flpGenesil-1
PI A TR (K 1) 3 I BamH 1 FHin dITTAUEE],
37°CHEFYI8 h, 10 g/L Agaroselit /i H ik 20 il [
KB, RS R IA STk

1.2.3 Fi#ipEGFP6-1/pGenesil-15siFas1/siFas2

feFasit & ik %)
HIE et al 20054
HHESong 8y — A~
siRNA & 3 # #
Fas¥e w09 F 40
KBRS HATT
A M E; TR
et al 20055 #1&
% B & A shRNA
B, MERNAI
PSP LD oA
Kir2.14 4k 9k 3k



2176

ISSN 1009-3079 CN 14-1260/R

BRENBHIAE

2006F8HE8H 145 225

B4 # A B
ABRER B R
Ji #:pEGFEP6-1 4=
pGenesil-1, # 32
w Fas ik B 242
£ W shRNA & i
AER B M A
Mk, DREG
RNAiZ A& A
PES

#9354 /3% Hannealing buffer 50 pLfiE LA
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FE10015%. FikeriR K r=H)siFas1 FsiFas24)
R MEAL B R pEGFP6-1 FpGenesil-145 44 ] T4
DNA Ligase, 10X Ligase Bufferidl{1i4:4%, 22°C
KU SNt . ) 3 il i 44 A pEGFP6-1-
siFasl fllpGenesil-1-siFas2. % HBULAOE R =4
(PEGFP6-1-siFas1 fllpGenesil-1-siFas2)5 uL¥%
WIEZASDHS o, 73 0T T FKanarfik (4K
JE430 mg/L)WLB AR b, 37°Claii A I
. INEEANBEFR L EBEHLERE A F i V& Hph T
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R B B ) /N SR IOTORE, 43 ) Al 1) 4
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10X H Buffer 1 pLA#§Y), 37°C/KIE N3 h;
pGenesil-1-siFas2 8.5 uLHSa/1 0.5 pL, 10
XL Buffer 1 pLA#gY), 37°CKH M3 h. Fk
I8 W V) % 08 e % IE 0 I p EGF P6-1-siFas 1Al
pGenesil-1-siFas2 JJORL A0 b v 2500y 38 B
Pt HK 5 pEGFP6-1 (3 828 n L3R

1.2.4 pEGFP6-1-siFas1 5pGenesil-1-siFas2#%
BB HSac | +Sal 1 X EEYIpEGFP6-1-siFasl
Bk A B, HSac 1+ Sal 1 X IpGenesil-
1-siFas2[H /N i BE (403 bp). J&HSac 1
Y, JihiDNA 5 pL, 10XL Buffer 2 uL, Sac
[ 1 uLAIH,0 12 uL, 37°C/KB N3 h. oA
5 mol/L NaCl 2 uL, J&%), BHIIALEE 51 uL,
B2, -70°CUKAICE 15 min, 15000 r/min
215 min. 700 mL/L ZBENEE23E, SR 5%
H,0 17 uL¥%f#. fEHSal 1 Bv), biPSal 1
PI##17 L 10X H Buffer 2 pLA1Sa/ 11 pL,
37°CKHE N IL . 10 g/L Agarosei i LK, X
[T 75 & 23 S TSR B Fr BE (403 bp),
% H30 uL HOUE/i. T4 DNA Ligase 1 LAl
10X Ligase Buffer 1 pLiEH KB4 uLs
MRS BE4 uL, 22°CRI IOV I . 3E =)
14 HpEGFP6-1-siFasl+siFas2. B g7~
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B 2 pEGFP6-1-siFasl, pGenesil-1-siFas2 A X2 pEGFP6—
1-HKFRAIZ BEL) G R AREEIKE. M: DL2000 Marker; 1:
pEGFP6—1-HK; 2: pEGFPG—l—HK+&1]I ; 3, 5: pPEGFP6—1—
siFasl; 4, 6: pEGFP6—1—siFas1 + EcoRI; 7: pGenesil—1—siFas2;
8: pGenesil—1—siFas2 + Sac | .
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K KpGenesil-1JURL A A KA ESac 1 Y]
A7 1, TipGenesil-1-siFas2 i ki fE 5 4.Sac 1 B
], W H # % 51siFas2 £ 448 A 2llpGenesil-1 5T
AR (E2, 41177, 8). pEGFP6-1-HK iUk g1
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FFAIHK B 445 A BpEGFP6-1 itk AR (K12, 4%
1, 2).
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R e ¥ B AL FORIM C SN A% A -Hind
[1I-siFas1-BamH | -U6_Promotor-£coR | -siFas2-
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4 pEGFP6-1-siFasl + siFas2fRRRENGBamHIBBLDERER
EB3XE. M: DL2000 Marker; 1, 3, 5: pEGFP6—1—siFas1+siFas2;
2, 4, 6: pPEGFP6—1—siFas1+ siFas2+BamH I.
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