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[ ABSTRACT ] Aim To construct a pSUPER RNAI system that targets human heart developmental candidate gene
hole and a stable virus-producing cell line. Methods A pair of 60nt oligonucleotides coding for short hairpin RNA
and targeting human heart developmental candidate gene hole were chemically synthesized and annealed and inserted into
pSUPER plasmids digested with Bgl II and Xho I to construct the recombinant pSUPER RNAi plasmid ( pSUPER-hole).
Recombinant pSUPER-hole plasmid was identified by enzyme digestion and sequencing analysis.  The packaging cell H9¢2
was transfected with the recombinant plasmid. =~ The mRNA expression level of hole was detected by RT-PCR. Results
The result of enzyme digestion and sequencing analysis demonstrated that 60 nt had been inserted successfully into the
vector.  Green fluorescent was detected in virus-producing cells, RT-PCR showed pSUPER-hole can inhibit the hole gene
expression of H9¢2. Conclusion The pSUPER RNAI vector targeting human heart developmental candidate gene hole

are successfully constructed.
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H A e 4 i & W B Gibeo /8] 5 1% 46-Sofast™ 2t [ 4% %
WA B B TR PE 2 A B s HOG2 4 f 4 Wk AR
I #216 hole Hy 60nt oligos W k¥4 T A4 TR A
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vertAid™ first strand ¢cDNA synthesis kit ] @ Fermentas
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NA J7 7, BT 2 5 8 B — 4 /7 7 45 y 4K 0 B i 2
JF 71, #% PR pSUPER # kL 01 4 b 2 & ik J 4
RNA B9 &, %1t 7. IE L4 5-ATCCCCGCTTCT-
TCATCTCAGGAATTTCTAGAGAATTCCTGAGATGAA-
GAAGCTTTTTC-3', R X % 5'-TCGAGAAAAAGCTTC-
TTCATCTCAGGAATTCTCTAGAAATTCCTGAGATGA -
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5’-GCA AGG CGT TGA CAC TGC TAC T-3', T #
5'-GAA CCT GGC GAC GGT ACT CG-3', 9 # = 4 &k
J£ 7 486 bp; GAPDH 5| 4 £ 5 5'-AGT GGC AAA
GTG GAG ATT GTT-3', T 5| 4 % 5'-GTC TTC TGG
GTG GCA GTG AT-3', 4 ¥4 7 4K JZ % 488 bp,
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GCUUCUUCAUCUCAGGAAU U stem-loop precursor
B. UUCGAAGAAGUAGAGUCCUUA | transcript
Cu c
(Bglll)  (target sequence:sense) (hairpin)  (target sequence:antisense)
A. 5 _-GATCCCCGCTTCTTCATCTCAGGAATTTCTAGAGAATTCCTGAGATGAAGAAGCTTTTTC-3’
3’ ~-GGGCGAAGAAGTAGAGTCCTTAAAGATCTCTTAAGGACTCTACTTCTTCGAAAAAGAGCT-5'
(Xho |)
| Custom oligos ]
Byl I
| pSUPER-hole
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pSUPER ° pSUPER- construct
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Figure 1. Construction graph of pSUPER-hole RNAi system
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TEHE D) IEA Y — D SO R (2 5 5ekE) 3%
WA A v AT I, A MSCV-R 591 5
H 2 Fki pSUPER-hole , I JF 25 2 W7, T W Zibros
(Y5 5 AW BTG Y 60nt ZEAXH IR A X
o A2, U 2 2405 Y 60nt SEA% TR A
F| pSUPER #& A&, $E 1] hole F£H %) pSUPER-hole
AR AT (K 3)

8000bp
6000bp
4000bp
3000bp

1200bp
1000bp

B2 FEEHBRHKA Xba | BEYIEE
Figure 2. Electrophoresis pattern of recombinant vector di-
gested with Xba I
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TAAGTTCTGTATGAGACCACAGATCCCCGCTTCTTCATCTCAGGAATTTCTAGAGAATTCCTGAGATGAAGAAGCTTTTTCTCGAGAGATCGATCTAAT

B 3. EARRAN R EE

Figure 3. Sequencing map of recombinant vector
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BT 1 I 1 Fa 2 #e3k pSUPER-hole 1441 il 75
88 9 WA WS, & B ITA 140 i 471 A 2k

\”“ A A i
L \}‘ ‘\,‘/ ~U ,I’

O 4) 1 IH A2 0 o 4 0 5 s 7 LA
YL | H ARG E F35 pSUPER-hole 194 Jif 5 26 it 3

|||||||||||||||||||||| ||||||||||||||||||||||||I||||||||||||||||||||

Bl 4. FHRH pSUPER-hole EL3ELA A

A Atk 5 i pSUPER-hole #Y HO¢2 #Hfifd, B 24 DAP1 JL4liffif%,C - A #1 B &R,

Figure 4. Packaging cell with recombinant plasmid pSUPER-hole

2.4 pSUPER-hole B3I hole EEHIFRIE

5% Y% pSUPER 75 404 1) 41 i 5 A0 L0, 5%
pSUPER-hole BURLIY AN R T hole KK ik & T
W% UMY pSUPER-hole ki )5 , W B ITER T hole
FERTE H9c2 diMirh iy 2ik (B 5)

=HkaE pSUPER-hole

hole

GAPDH

B 5. RT-PCR #& il # 5 pSUPER-hole F %= % & #9 48 A b
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Figure 5. Expression of hole mRNA in different cell lines
was detected by RT-PCR
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PR RES %) . B T pSUPER JoRL AT LATE 40 it 4
SR B R SIRNA k484 T D7 40 i v R 2
TIRIREIE R A 0k, P LA B B R, X fifi
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FEARE LT LA . O R IR I F AUG
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W G RSN G KB, X RER F 51 25
DI, G MIRIREEH ; @AY siRNA P8I ANBE R
AHELEN 4 AT s A, BN FTEEZ IEA RNA Poly-
merase A SRS @K LB siRNA 751 i
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FRAT 0 10 6 2 400 i 2 ok VR K RRUIR i 10
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