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PCR % % & & # K & & pSuper H ARk, M5 A AL R &G 0 B AR M A4 % LCRGI A B4 5 stir ¥ 55 89
A M AR B AR, YA E 4 pSuper 362,398,432 ,789 ,903 % ik # 4k A= pSuper & & # 1k 4 ] # # He-
la tmhe, Z M 254 ff L R AF A e 5 & Ao i 50 T ; i 33 RT-PCR Z &% & & & PCR X2 Ml 5%, it
FIMEEEZNRIRE, A0 37855 A LCRGI A B mRNA R A K Fw9 R, £ R.m A PCR
B R KR # 4 pSuper AR, T AL Bgl Il B 475 A /] RT-PCR Fo 3¢ & € & PCR 4 & & 40 8 1k 3% %
g o %, % LCRGI mRNA #9 & & & I ,362 40,398 40,432 4069 L 1 3 46 35 1) MR & LCRGI A B & ik,
KA 362 AR F; 5T 362 MiFke EARMAE, LI A2 fo A5 55 %49 LCRGI mRNA £ 35 K -F 7]
BB, PR AELIHRERERT362 0 A2,A5 L LW MR AR I AERTH AT GTRE
(P <0.05), 2R AET pSuper A4 £ ik # 1K ;362 siRNA 48 3+ 2 4 siRNA £ 4 %5 4F 49 37 ¥ 5%
R, F 2R RNAI 5k #F % LCRGI 2 R sh e fe RAER 5 FALH LA ER 83 F 5L,
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Screening the effective target sequences of laryngeal
carcinoma related gene LCRG ]/
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Central South University , Changsha 410008 ; 2. Department of Hamatology , Third Xiangya Hospital , Central South
University , Changsha 410013, China )

Abstract: Objective To screen the effective target sequences of laryngeal carcinoma related
gene LCRGI using RNAi. Methods PCR site mutation method was used to reconstruct pSuper vec-
tor. Five pairs of siRNA sequences designed by siRNA software were annealed and inserted into the
reconstructed pSuper vector. The reconstructed pSuper 362,398 ;432,789,903 , and pSuper vec-
tors were transfected into Hela cell lines and selected with the appropriate drugs to get resistant and
pool cells, respectively. The colonies were identified by RT-PCR or real-time RT-PCR analysis.
The silence effects were observed by cloning formation analysis. Results  pSuper vector was recon-
structed to restore Bgl Il restriction enzyme sites using PCR mutation. The RT-PCR or real-time RT-
PCR results of pool clones showed 362, 398, and 432 pool clones all had better effects of LCRGI
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gene-silence , especially 362 pool clones. The expression level of LCRGI mRNA of selected 362

group anti-puromycin clones A2 and A5 was decreased. The results of clone forming efficiency re-

vealed that the cellular proliferation in A2 of 362 group was significantly higher than that of the vec-

tor and control Hela cells ( P <0.05) . Conclusion

The reconstructed pSuper vector is successfully

constructed. The 362 group has better gene silence and has 2 effective 362 group anti-clones, sug-

gesting that methodology has important values in studing the function and molecular mechanism of

LCRG1.
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RNA F 4 ( RNA interference , RNAi ) 1E & fit 5%
i DR BT PR, DLH R T B AR e
FF R O R S, B )T I M T 3 R IR T e E 5 R
bR B A TR, I A B R ok R og T A
RNAT £ A 4 S P 400 i) 9 i DY) 400 9 ik DY) /) 3
PE, BT LU b R A0 A 2R I, T A A T 4 R
i g ke HE L R R B LR L O RT D B R B 3R I R B
IR BT R Y L R R AR 56 £ 1A 1 (laryngeal
carcinoma related gene 1, LCRG1 ) & 7 5C B %= % H
mRNA 22 5 78 £ R 38 BE 1 — DB 2k B . Gen-
Bank % [ifi 5 & AF268387°7' . LCRGI 1E Wi % 40
Jifl 2 Hep-2 R ik , 78 12/30 i (40 % ) Wk 5 41
R BR8N, X RN LCRGT 3235 Bk K B
R SR S A S I S R T U S S Ay
S5 R PE R LCRGT H A 4 il e J 40 i Hep-2 A= K
O (o RS I E R i i e (NNt = W |
IR T N W 40 Ml & Hep-2 Il LCRGI F2
FEHE e 1) Hep-2 4fi Jis & (Hep-2 / LCRGI ) K 75 5+
& E R A G, [F) N B R AL 8 B A 5T
AR TIPS A MR Y 22 R 0 R AL AR R
I3 00 %€ 20 A~ 5 LCRGT AF FIAH 56 19 8 A
Bt 13 A5 R R IR A I R S B B, X
$E7R , LCRG1 A7 ] RE 18 oo I 15 X 26 85 1 i /Y 3% 3k
VR 12 b 7K SF 1T % 4 4 988 7 1 o {H LCRGT &5
W 8 2 A R R O R AN AR BT T, R AE
P53 7 B 5 i — 20 B BT . BRI, ) RNAG
R G e A SR DT LCRGT JE K 1y 3T #0531, OF:
XF iz A A AT IR AR OF K A B T — 2
B HC T RE B A Y 23 7 BIL A

A 5T PCR 2 {58 28 19 7 3, iR S 1 b
ZE 7% pSuper A ) — ATl L, 6 LA DL #E Bel 1
Bl U1 1B K5 64 bp (9% W4 IE | B A,
55978 (1) pSuper B MK T 41, N A AT Y T 415
I B BLAZ 6 18 B e Y Hela 40 i, SR J5 >R FH RT-
PCR %Ot A it PCR % 5E BH M 7 B, 38 3 -7 A e

GE S0 WL AT 48 LCRG T HE [N Z J5 Hela 41 Jfd A )
SRR PR RO, LU O B W LCRG T ) A T AL il 2
R 1) 4K B o

1 #R5FE

1.1 #H#

1.1.1 @5 RE NE S b Bz 40l ( He-
la) W { 2 [ ATCC 2\ ] ; pSuper-puro %5 [ 5T fi
H 3£ [E Oligoengine 2\ ) .

1.1.2 £ K57 HEPES #l puromycin & 3£ [
Sigma 7y m] 77 ity 5 BR 4 42 N VI B (Hind 11, Bgl 1T )
1T, DNA 3% 4 i 2 3¢ [§] Promega 23 H 7 iy 5 51 ¥
Je siRNA Shy b i 1O A2 W) 3R A R 6 & 8 5
PN ST TE K T R Dy T R T R A Ak
AR T s A S B B, NaOH , EDTA , Ag-
NO, #1 RNase il Jy 4 3& 4= ¥ 24 ) 7 il s DNA [0l g
I F &~ H AR Takara 23 & 7= i ; Advantage Taq
4 H 4% Clontech 7 %] % f o Lipofectamine™ 2000 I
Trizol &, 3 & > £ [E Invitrogen 2% 7] 7= 5 o

1.1.3 % {5 % B H A Olympus fk
FCa At ™ il s B AR A O 58 [ Bio-Tek 23 &) j™ il 5
PCR A58 Ab 43 06 0l B2 it O 7 [E Eppendorf 2% ]
7= i LightCycler system %¢ ) PCR {¥ i Fit 1= Roche
25 A P T B B B X H AR Polaroid 73 ]
PRy 37 C A IR A O H AR ESPEC 23w 7™ fil 5
H B UK A K e B8 A O 3G [ Bio-Rad 2 A 77
atn s 18 7R 2R K 9 4 O 5€ [E Cole -Parmer 23 #] j*
At s HE FL LKA JE BTN — 2 B 7

1.1.4 34 (1) 7% pSuper AR T Y F¥ 51 -
pSuper TL,5’-CCCAAGCTTTTCCAAAAAGGAGATCTGT-
GG-3"; pSuper TR, 5’'-CGGAATTCGAACGCTGACGT-
CATCAACCCG-3', ¢ 3 F b 245 bp, (2)pSuperill]
% 5149 : pSuper L,5'-GGAAGCCTTGGCTTTTG -3 ;
pSuper R, 5’-CGAACGCTGACGTCATC-3', §  #& p=
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419 bp, (3) K LCRG1 fy # 3% . LD2PL,5'-
TGTCGCAGGAATGCAGGGATGAAGT-3"; LD2PR, 5'-
TGGACAGCACCGCAAGCCTTCATAA-3' . ¥ 14 F- W

206 bp.
1.1.5 5 43 847 d2 5 ) (1)398:398
pSuper L, 5'-GATCCCCGCAGTTCATTCAGCGACATTTCA -

AGAGAATGTCGCTGAATGAA CTGCTTTTTGGAAA-3 "
398 pSuper R ,5'-AGCTTTTCCAAAAAGCAGTTCATTC-
AGCGACATTCTCTTGAAATG TCGCTGAATGAACTGCG -
GG-3', (2)362:362pSuper L,5'-GATCCCCTCTC -
GATGGACATCAGAATTTCA AGAGAATTCTGATGTCCA -
TCGAGATTTTTGGAAA-3' ;362 pSuper R,5'-AGCTT -
TTCCAAAAATCTCGATGGACATCAGAATTCTCTTGAA -
ATTCTGATGTCCATCGAGAGGG-3', (3 ) 432. 432
pSuper L, 5'-GATCCCCCAGGATCTAAGTATTGCCATTC-
AAGAGATGGCAATACTTAGATCCTGTTTTTGGAAA-3 " ;
432pSuper R, 5'-AGCTTTTCCAAAAACAGGATCTA -
AGTATTGCCATCTCTTGAATGGCAATACTTAGATCC -
TGGGG-3', (4)789:789pSuper L.,5'-GATCCCC-
CTAATGTCGCAGGAATGCATTCAAGAGATGCATTCCT -
GCGACATTAGTTTTTGGAAA-3"; 789 pSuper R, 5'-
AGCTTTTCCAAAAACTAATGTCGCAGGAATGCATCTC -
TTGAATGCATTCCTGCGACATTAGGGG-3", (5)903;
903 pSuper L, 5'-GATCCCCGTCCTCCGAGCATACAA -
TATTCAAGAGATATTGTATGCTCGGAGGACTTTTTGG -
AAA-3" 903pSuper R, 5'-AGCTTTTCCAAAAAGTC-
CTCCGAGCATACAATATCTCTTGAATATTGTATGCTCGG -
AGGACGGG-3'

1.2 Fi&k

1.2.1 &% %% pSuper & % K1 s A
SE G 2K B 3 Oligoengine 23 H] f) pSuper-PURO -retro
AR . B K& HindI 1 Bgl 1T ( 2 ¥ BT A fig
B IZ W B V) ) Z 18 Ad A F 51 D ¢ AAGCTTTTC-
CAAAAAGGA GATCTGTGG™ , B JF 51 G 278l A
(CBAK I s ), Hol e 90 ) HC D 3R P 91 . 72 T
WAl 2Lk Bgl T B Y1 . AUt , LA pSuper-PURO -retro
J 2 AR DNA S #Ed, 2842 b T i 514 S Clon-
tech [ ff 5 Taq B, £ 47 PCR ¥ (245 bp),
PCR I 45 F:94 °C B L 1 min J5,30 41 26
(94 C 30 5,68 C 3 min) , #Eff 68 C 3 min, =
PRI 1. 5% % % 53 B IR B BE K HL 3K, 4% Takara
DNA- [m] i 328 7] & #% 4 4 99 247 [l e o B pSuper-
PURO -retro Z§ 14 Jif§ UJ [F1 Wi 7 1) 1 58 72 ) PCR 7 )
PEATIEE N o 2% PCR 3 ( A pSuper %78 5| ¥
P 4G 48 A R W) A U B2 J5ORL ( Bel 11 PR D) A

EcoR1/ HindI Xl V) % 7€ ) X i 4k 5o & #F 17 %
5, PAGE Ji¢ B Y LS il U 1 7, 10 % A 48 P 1 2R
VR s Tk Mg R e L VK o VK IS BN BERR L, DA 10 %
LR O0.5% vk Z BRI & 10 min, 0. 2% AgNO, 7t
10 min, 78 18 K % 2 ¥, 0.75% NaOH #10.2%
FH O S €5 28 O 6 AT O 5T o B O AR G,
BT FRERRAE . R 0 % 5 B R

SgrAl  BbvCI

Sacl

I

Amp 7 000
o
1000
\
6 000

Stuffer

pFUPER.retm
[ fetusfer]

5000 7195bp

2000 ~—

3 000

4 000

PUCori
BspWIII

Sapl Agel

pull021
Baml
BspMI

Ppulol Bsiwl

Dralll Sacll " !
Neil

B 1 pSuper ZEE
Fig.1 Map of pSuper vector backbone.

1.2.2  # 3 % 4 pSuper 47 ¥2 8 1K

1.2.2.1 A3 BR KU M W4k M
TAZH R H, O ¥ i 5 )i 64 bp W SER IR, IF
P E g 3 g/ Lo W IBCUE B 4 Uk B A XL |
FU B M B R A | L, B K Buffer
(100 mmol/L NaCl, 50 mmol/L HEPES pH 7.4) £
50 uL, 94 € 4 min, 80 C 4 min,75 C 4 min,
70 °C 10 min, 37 C 20 min, 10 °C 30 min, 4 C
35 min, B K75 T - 20 CIRA .

1.2.2.2  #EEairfe i h K¢ pSuper B
T DD A ) R R IR R TR A
MR & W 17 % # . FIH PCR ¥ Bgl 1l 5§ 1)
A 5 5 BH A v B o

1.2.3 il A ¥t g LipofectamineTMZOOO
Ui B A5 A, 20 0 B Gt B 4 362,398 ,432,789,
903 25 [ pSuper # {K it AL A Hela Z i, £ 2
me/ L. puromycin 3 17 0 % s 5 % 2 ~ 3 J U5 L 78 51
PPk v B

1.2.4 k£ %% RT-PCR % % H 4 Trizol
Ui BT A5 B AT, Bl B A% 4L BT PE e B AN M B9 RNA . 4%
MR Promega ¥ %% ¢ W i 1) & U0 B A 48 4E & L
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cDNA | B 356 %% 5% 7= ¥ 2 L 7 LightCycler system
Real-time RT-PCR % ., MW & &2 W F:2 pl
¢DNA,2 pnL. SYBR Greenl 8 & 3¢ ¥} ,0. 5 uL 10
pmol /L 5[ #),0.5 uL 10 wmol/L T UF51 4,
1 pL 25mmol/L MgCL 1 14 pL H,0. JZ I % »
94 °C 5 min,94 °C 10 5,57 C 15 s, {5 40 A
. GAPDHJg N X B . S8 45 53 A 3l LUREAS 1Y 35
{EL7J 25 5 H ( threshold cycle , CT ) 43 M, 4 /> # b
e B2 % UL GAPDH & IR e JZ, BIV Ry 0o A ot 19 X 5
WO EE 3K,

1.2.5 PR LEHRKE IO B K 0T 4
Jf1,0.5% A1 0. 01% EDTA i k)5 , i i 44 il
R, W RS A 500 A i B/ AL, Rl TN AL AR
PLOEERR 2 A BB IR, FE R R R,
1 x PBS % 2 ¥k, H s [ 5 15 min, 32 [ € WK,
0.4% 45 &2, IR 1 He F 8ove B 4, =X
TEWMAE TR T S0 MMM, R,
AR R R R . wEIERRE(%) = (58
W M/ 5 b 20 B %) x 100% o L 46 31 2 B 1
SPSS10. 0 F1 Excel X £ 41 241 M 1) 4 % T2 1 3 #E 17
AT, BT AR AR ] 2 2 s ROR, P AL ) 3 B
B ECR ¢ K .

2 #F R

2.1 pSuper # 1k 89 &K % JH pSuper % 4% 5| ¥y
PCR "3 pSuper #§ {£ Jfi %7 DNA , 15 3| 245 bp K /)
R T (I 2) o 3% 4 Tl iy 5 87, A pSuper %8 A%
S1%) PCR % 5 41 70 DNA , Horh & 20 sa f A2,
A4,T1,T2,T3,T4,T5 o] ¥ # F|§f A B9 & % H
Wr (& 3) . it — 54T Bel I M U1 % &, & B AN
A4 ,T3,T4 AT LUk Bgl T 56 &= WV (& 4) o L
A4 S BEIEAT I, 45 R R pSuper ZRAE B Y ¥ 1
X 3ok B 1 52 1Y) Bl U V) A 5 5 728 A, 3 4% 5 51
IG5 AR MR, B W] pSuper A B 1) o

2.2 ##& pSuper £ 4 37 ¥¢ LCRG1 # 1k )
sIRNA B 31 4 {4, 35 & 31 5 % RNAL T §E )7 41, iR
KAARL ) R BESI Y, 5 pSuper B JE 2 A 5
ki DNA % Bgl 11 #1 HindII X ¥ [ 05 F B 33k 47
A TR AE 1) TR, R ST 64 bp 4T HE
R NSRRI S B A i N i N O h =R N
i Bl T il ) J5 18 25 o An &l 5 Jrs , 41 362,
398 I 432 PH M 52 W 5 R0 K RE Bk Bel 1 Wi b1, ik
— B 45 B R B — > H 41 K 3K pSuper #

& Bgl Il A1 Hind T [ V) {37 15 2 (8] 14 4 60 36 7% 55 5
WA BT ¥4 A ¥ 8, 1 EcoR 1 F1 Hind T 4]
A7 s T & i HL S 3l X8R TG B 3 28 748 ik 2k
(E6),

2.3 H 35 Rk &M %% e LCRGI mRNA
Rk oy PL g i 1A LipofectamineTMZOOO M A
S, o K A5 2 R GR AR e Y Hela 40 I, SR ]
SEE B PCROSE 5 0 2 1Y 45 41 40 Ffd i ve B (&
7). HH 362, 398 Fl 432 AR HE Yt Hela 41 i
J& , LCRGI mRNA Af Xf 3% ik & 5 %% U 25 20 4K A1 b
Ay AL T 25.24 £2.42,5.79 +1.90 F12.24 +
0.19 %,

M1 M2 1 2 3 4 5

06343 bp

500 bp—
250 bp—

100 bp—

245 bp

B 2  pSuper #; & PCR K EcoR1F0 HindIl X &5 ¥] B .
M1 . ADNA/ HindIl marker ; M2 : DL2000 marker ;
2 : pSuper AR R AL G| YY) PCR §7 44 7 453 . KA
B4 PCR 4" 4 % (1 4 B 5 4, 5 - pSuper %% 1k 2
EcoRIF1 HindIII LB V) 7= 9
EcoRland HindIIl digestion analysis of PCR am-
plification of pSuper vector. M1 : ADNA/ Hind Il
marker ; M2 ; DL2000 marker ; 2 : PCR amplification

of the pSuper vector mutation primers; 3. PCR am-

Fig. 2

plification of the empty control; 4, 5. EcoR] and
HindIIl digestion product.

M1 2 3 4 5 6 7 8 9 1011

2 000 bp —
1 000 bp —
750 bp —~
500 bp —+
250 bp —~
100 bp —

—2 445 bp

B3 pSuper MIERE G IETE PCR EEE, M:
DL 2000 marker ;1 ~ 11 ; J§i $i pSuper 514 B & 5
PCR #" 34 ; 1 :pSuper # /& ;2 ~ 11 : 4354 pSuper
WGk AL, A2, A3, A4, A5, T1,T2,T3,
T4,TS5,
Fig.3 PCR analysis of screening clones of the recon-
structed pSuper vector. M ; DL.2000 marker;1 ~
11: PCR amplification of the reconstructed pSuper
pSuper vector; 2 ~ 11 : Reconstructed
pSuper vectors Al, A2 A3, A4, A5, T1, T2,
T3,T4,and T5.

vector; 1
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1 2 3 4 5 6 7 8 9 10 11 12
M1 2 3 4 5 6 7 8 9 101112
4 pSuper MiEFHMEHEIE Bgl 1 LEYIETE
B, 1,3,5,7,9,11: pSuper I & Ja % & Jii Hr
DNA;2,4,6,8,10,12; pSuper ik & 5 # fk Bgt B S pSuper BUSEHE R E AR 362,398 F0 432
MG b) % a2 /51, 2. pSuper i 15 5 4k 1K A2 B3] B, M:\-Hindlll Marker;1,4,7,10: 4 J&
3,4 : pSuper 8Lt 5 # Ak A4S, 6 pSuper B3 JF B DNA; 25,8, 11 2 UKL DNA 2 Bel I G 9) 5
K TL; 7,8 pSuper i 3% J5 # & T2;9, 10, 3,6,9,12: 4 ik 4 EcoR1A1 HindIl X 4] ;
pSuper B 5 # & T3 ;11,12 pSuper 2L )5 2 1 ~3 : pSuper HUi 5 AL ;4 ~ 62 B 41 362 kL ;
ﬁ;T40 7~9;ﬁ2ﬂ398ﬁﬁ*ﬁ;10~12;ﬁﬁﬂ432ﬁ*ﬁo
Fig. 4 Bgl 1 digestion analysis of screening clones of Fig. 5 Restriction endonuclease digestion analysis of the

the reconstructed pSuper vector.1,3,5,7,9,
11 : Reconstructed pSuper vector DNA ; 2,4 ,6,8,
10,12 Bgl Il digestion analysis of the reconstruc-
ted pSuper vector DNA; 1,2 . Reconstructed pSu-
per vector A2; 3,4 . Reconstructed pSuper vector
A4 ; 5,6 : Reconstructed pSuper vector T1; 7,8
Reconstructed pSuper vector T2; 9, 10: Recon-
structed pSuper vector T3 ; 11,12 : Reconstructed
pSuper vector T4.

reconstructed pSuper vectors, 362, 398, and
432. M : \-HindIll Marker;1,4,7,10: all plas-
mid DNA; 2,5,8,11 . Bgl I digestion analysis of
all plasmid DNA; 3,6,9,12: EcoR]and HindIlI
digestion analysis of all plasmid DNA; 1 ~ 3. Re-
constructed pSuper vector DNA ; 4 ~ 6 : Reconstruc-
ted 362 plasmid; 7 ~ 9. Reconstructed 398 plas-
mid ;10 ~ 12 ; Reconstructed 432 plasmid.

pSuper.retro.puro—LCRG1 FEZ I 362

AGCTT TTCCAAAAATCTCG ATGG ACATC AG A AT TCTCTTGAAAT TCOT G AT G TCC ATOG Al MGG
200

160 170 180

190

Z10

pSuper.retro.puro—LCRG1 ﬁé’ﬂﬁ*ﬁ 398
AGC TTTTCCAAAAMMGCAGTTCATTCAGOS ACAT TC TCTTA AAATGTCACTG AATG AACTGCGGE

160 170 180

190

200 210 22

pSuper.retro.puro—LCR G1 B4 ik 432
AGC TTTTCCAAAAANAGG ATC TAAGTATTGCCATC TCTTG AATGGC AATACTTAG ATCC TGGGG

170 180 190

200

210 220

6 pSuper. retro. puro-LCRG1 EHFHENFLEE,
Fig.6 Sequence analysis of the reconstructed pSuper. retro. puro-LCRG1.
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4.5+
4.0
o s 2000 bp
o 30 1 000 bp —
g 25 o=
¢ 20- 250 bS - - LCRGI
z 206 bp
5 1.5
E: 1.0
0.5
0.0
-0.5 5
0246 8101214161820 27 24 ”6 ’78 3032 34 36 38 40 42 44 46 48 50 52
Cycle Number 2000 bp
1 098 bp —
B7 L RNA BEAFAMGEENER PR g igee . GAPDH
250 bp 400 bp
#R, A

Fig. 7 Real-time quantitative PCR ananlysis of pool

clones transfected by reconstructed siRNA .

2.4 B F B0 362 Mtk %k m e LCRGI &
A B RT-PCR I J7 ik % 362 4145 #i
£ 8 B 240 i 1) LCRGT mRNA 3% 3K 15 00, 45 7w B
YE T A2 Fil AS [ LCRGI mRNA 35 /K % W] i
AR s XT3 v Be A7 K 9 4 08 =, A2 Fl AS
SR LCRGI 353k w5 UL ¥R 43 5 35 48% Fl 30%
(E8),

2.5 362 A Fik F I A2,AS ok B E ML
M 92 I PL75 [ 41 Hela 4f }fd . Hela/ pSuper # ifl
SFpoRF R Ay B AR A2 AS R R TS LR P
Z5ROR A2, AS R T BE R P MR SC BE R T
AR Zs IR IRAL (P <0.05) , W %F B 41 18] E %0
¥ ER(P>0.05) (K9, &1),

)

s

b

Z 60

£ 40

T 20 D
&

3

~

Hela Hela/pSuper 362 r@ﬁ A2
kil

8 362 AFTMMEMMERERN RT-PCR EEH R,
A HL UK B B JROBE A fH; M DL2000
marker ; 1 : Hela #i] Jifl ; 2 : Hela/ pSuper 2 {4 ;3 . #
T4 A2;5: A5,

RT-PCR analysis of anti-clones in 362 group.

Fig. 8

A . Agarose gel electrophoresis showing the RT-
PCR product of anti-clones in 362 group; B : Grey
value of LCRGI1/GAPDH ; M ;. DL2000 marker ;1 :
Hela; 2. Hela/pSuper vector; 3.
clones ; 4 ; Anti-clone A2 ; 5: Anti-clone AS5.

Pool anti-

9 362 Al EMABTREEMBER I XRH AL [ — 2R, A, D sefE; B A2 7 ; C: AS 3ikE; E

Hela/pSuper # A 41 41l ; F : Hela 2 411} .

Fig.9 Results of cloning forming efficiency of anti-clones in 362 group. The corresponding 2 holes from top to bottom are the

same group of cells. A,D:Pool anti-clones;B: Anti-clone A2 ;C:Anti-clone A5; E.Hela/pSuper;F;Hela.
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x1 362 AfAEETREEEALE
Tab. 1  Results of cloning forming efficiency of anti-

clones in 362 groups

2t 534 FH TR U (AS) AR SEREIE B (% )
A2 412 £18* 82.4
A5 358 +10 * 71.6
ek P 406 +17* 81.2
pSuper 41 290 10 58.0
Hela %5 (141 293 7 58.6

H# kg x4 b, = P <0.05,
3

B & N 28 JE PR 2 3 ) i A E AT, i R RE R
i 58 B, A& R 3 RE BIF 58 B A A B o i A R
RNA 4 £ AR DL R A /Y 881 e B2 4 S v A
1R 2 05 I Y EE B RE AR B PR AT B YO0 A,
K AR A Ak DR A o) 3ROk B B SR o R A
RNA R & W I 4K ¥ 69 53 35 7 ( RNA polymerase III-
dependent promoter ) ( 41 U6 F1 H1 RNA ) 5 il RNAi
PR R I L R R R 2 R AT
B 9 B0 BB R R B Je i FL sh W i i S, dd
o ST RS S i TR B A 40 Y 2R, dsRINA A &% i
il B hE PR R, O T R AT KRIIBIESE o A W 5T L
FH B4 pSuper 3% 5 3 % ik K, B A polymerase - 111
HI1-RNA JE K/ )3 ), A & B A% R K8 80K 1 i
Ve by i BE % %5 R ((puromycin ) , F A9 A 6 Kk Y
loop ¥F “ TTCAAGAGA ” , 4 A B9 siRNA LI [|] 3¢ 4%
WEE R R ST N, 5" YWA S
HAME R I A1 dsRNATY 0 10 O AR 52 5
AR 362 75/ RNAL HL K .

A UCUCGAUGGACAUCAGAAU UU
UU AGAGCUACCUGUAGUCUUA
c
B UCUCGAUGGACAUCAGAAU UY ©A
UU AGAGCUACCUGUAGUCUUA AG ‘\(:

neeisense Hairpin oo sequer
TCACAATTTCAAGAGAATTCTGATGTC
CCTGTAGTCTAAGTTCTCTTAAGACTACAGC

Qlﬁ (Hind TIT)

10 & RE(H 362 TEER 5 RNAI {E A ML &I B
Fig. 10

ATCGACATTTTTGGAAAY
AGCTCTAAAAACCTTTTCGA-3'

Schematic illustration of the mechanism for the

synthetical 362 sequence of RNAi target.

i1 F pSuper-PURO-retro %% {£ ( Oligoengine /%
H] ) 7E HindII # EcoRI Z [A] fift = — A~ 4 36 BR il 14
WU EEAL S, O T %8 A48 DNA EE 412 s,
£ H L PCR 8 s R AR 7E bk W BRI M P 1)
MBI A= Bgl T o d#H , — 17 ~20 4> it
SO/ B K o e e VA AT S = B S g
W ZEAF . 25 & e BE IR PCR 5| 4 i 1 i J5E ) ) 1),
N 9 AR WAL S CE A WS e B 7
PIXS 5100 5 S 45 51 A B AN i D) A7 85 HindID
EcoRL, {8 F#E47 5 i iy e EA N . TP 3
1 )% 4 1E 4 A 5% pSuper 24K 19 H1 5 3l + F1 loop
TG K, Ay i b A ek R AR B AL 5% A Y ]
REPE, >R A& EL Y DNA 345 i 2F 17 PCR S o
AR B AT i HRA Gl Tag
ity (97 1 RO o O 0 AR I ) g R R, R
514 Bel 11 [ U067 a5 B8 5 B 23, AT B i TR
FIEGY) . PCR 3734 X 3% HI1 J5 3 F Fl loop 3 fif
L Y A1) T TGk A% L R R SR R U B OZ BRI
e IF AR K A oA, w] LAk 82 9E A7 R 1h A SE 5 o

HR i siRNA 1 3% 31 J5 0], ] AT Oligoengine 73 W]
H) siRNA &% 3 5 1 % if 1 4 % LCRGI mRNA 11y
siRNA 4T HUL ¥ %], 38+ 5 NCBI £ 48 2 A 26 58
ZH R P R AT LA, 0 R Al R PR G T] O M
HIATRT 5 . e Rk 5 T 5 XHAT R T 51, 2 B
fi F LCRGI mRNA ffj 362 ~ 380, 398 ~ 416,
432 ~ 450, 789 ~ 807 FI 903 ~ 921 % 3% {7 & .
G RB ok, 5 pSuper IR G E R E A, MET
362, 398, 432, 789 1903 HAH T A, ¥
4% B 2H AR 40 B 5 Y Hela 40 g, 1204 A5 25 0 1€ FH
PEE R, 7 AR Ik siRNAs (1941 R o X 4% &
2 AR 1 b 5 B (pool ) 1 47 9% O iE & PCR A ll ,
%I 362 41, 398 41 Jk 432 4| LCRGI mRNA [#] 3
ik WAL, $ROR 362, 398 Jr 432 6k ¥ 4 Y
siIRNA 1 i i % 3f 41 40 Ml N 5 £ LCRG1 mRNA [y
FikH 362 BHH M4 HBA — & W TR,
0T Y 2 TR A e S 0 45 R $E R LCRG1 B A 417
W98 41 Hep-2 /F K f9 #E A, o0 T iF — 25 il
JE 362siRNA T HLACR , ATHRE T 362 41 3th 5%
[ A 362 20 A~ 76 RNA /K 7 3 3k B S [% 1% /0 Bt
PE R A2 Fl AS P48 JF % H LCRG1 mRNA 33k
BV v B TE B3 EAT R I, S5 R & B A2, AS
b B B 14 SF- A v R B0 E R T O RN A xR
A, 3 — L U] 362 siRNA H A 847 19 FT 48 808
AT L4 LCRG 1 ) 41 61 40 it 38 78 1)/ o
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