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HZE  RNA THh (RNA interfering, RNAiD) IEGE D AEN 0 —F0FFVRF ML sk o 2R TR 72 7Emi L3l 4 i
L, 19~25 MEH TR KR AUEE siRNA (small interfering RNA) 7] A 2 b P JE PR 2Rk, FIH pBS/HI1SP 2idk, & 3Kk 1 BUE
RNA (¥ 567 T LU SR 3 sbls S vk HIV-1 JE R 30k 78 siRNA 286, O 7 Leaeh H1 J8 80 78 5410 siRNA 7840 i Y
(1E A, Al DASR(0, 986 3R 1 (EGEP) J93i 1 JE N 1 4 /A——pEGFP-C1 ki, fE9¢ 6 BMEE F, 1RA 5 E 5 EGFP £E41 iy
MRk, g HIV-1 siRNA RIA B A 53R IE AN, EGFP-HIV fl-G 3 K ks, S Je AIR'E 293 48, S5 R0, R Um
HARAMLL, YT pHIV-siRNA ki 41 L EGFP-HIV 4 IA 1S 31 W2 i), Wiz, 0k H fe il HIv-1 £ R Rk
KI5 siRNA. Ak, SBTE A —#dd 2k PR e = Fh siRNA, 23 BB AR B HIV LK, 3045 T BT A 20 .

XH2iR  siRNA, XUE RNA, JLRV(EL, HIV-1
ZRPES Q522

RNA T4 (RNA interference, RNAi) %, 3
PR T RNA (R 5L RIGTERBL A, A 45 38 ik XUgE
RNA (dsRNA) "y S P iy 10 1 5 JFC e 41 [ st ) 2
mRNA KA MG Pk RNAL 285 4Rk
SIS ot Bk Bl % (post-transcriptional
gene-silencing, PTGS), 7E M 54 X EE RNA 5] &
T Y8 mRNA [ A%, RNAT LG SO AR W)
PRSP THLR, e iR RS, IR e
FEDRIAH G2 SNIE T B BN BE D AR, T e 1
RE AN X R I G J& Jorgensen Fil [H] Zf 7E %) %% 7 2
(petunias)HEAT W FUN IR, 1998 4F Fire 2521 2%
dorp R T IXA LA, AR S LR, Ok
Z IR R, PRI doh () RNAL AR — 3
M), EATRNE T — SRR o s R T ER
PTGS” AL X0 G ANLR A FL B AR A
Py ¢ 2 I8 I LA R e 1 2 AT AE
I, K EEKT 30 bp (1) dsRNA fig 5 5
PLZ (IFN) 2B TS R AER: 5 Ve 3 B Al RNA,
FHER B R PR ) T RNALE 1056 T
HANGRST T-B N AEAE 2001 454 R I8 BEAE I 7L
P h A7 AL RNAT LS, A3 RNAI [ ] ) )it
JEXUEE/)N RNA (small interfering RNA, siRNA), 3’
Sl A R BRFER) 21 MZIFIRIN dsRNA A& ik

THRBEAON, M AERR 5P P AR #E mRNA, 3
BT ERPSL IX — S5 TR T RNAL MRS
I 8T 2048 RNA 30 AR P sl o Bt HIV 1)
HUHT A, RNAL BRI ILE, AATTE X HIV 4544
WAL PR LR B CD4 B2 AR S R T A
M AR, 45 JEUE W BT 6 I 28 B 5 4 F T
siRNA, # fig 1 A [a) #2 55 Hh %6 HIV ™ A 3100 1 1F
AU,

T RENE IR I A HIV-1 356 K R0k 1 /L
siRNA, 1A M AN HI B 31 78 & 7T
pBS/H1SP-siRNA K ik &tk , T 7EmiiFLah 4 i
HH AR 19 bp (base pair) FIERXT HIV-1 %5 51
LY siRNA B84, HL A )12 N K41 i
1 RNA KA M I T 5 HI RNA 31, 4
S RSFH DSE. PSE. TATA 3 MIRAAE M otk LA
N HoAth b 5 o402, pBS/HISP JTORE e 55 77 ) T 1k
EHPIAS U 2R 3/ 02, JEAE4H M P T 19 bp 1)
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KGRIy, HALE —A 9 nt [ ZEFR0,

FATHE L X NCBI & 1) HIV-1 1 000 £ 47
SIMI R L EE, PLLL HIV-1 gags env nef
WA R SF IR 5 /> RNA [P HIMCA RNA T3 17
A, JFRPEX LA, M- R RNA T RiA
w4k . AT IE A H pEGFP-C1 # 1k #4 & T
pEGFP-C1-Gag. pEGFP-C1-Env. pEGFP-C1-Nef
UKL, I L8Ok AT DA AR L 3 A 41 3% 0k
EGFP-Gag. EGFP-Env. EGFP-Nef @i &8 (4. il id
PRI OG5 LU R, i B B 350
IR ) HIV siRNA. K28 HIV-1 5 B K751 2
FEVE, BADEALE R — 8k ERIEZF siRNA, 4
HIV P5ERR YT 8958 T ALt

1 #MR577E

1.1 #%

111 AR5 40 kk. KW AF B (Escherichia coli)
DH5a WA FERAE, WIHRIGETRAE S 50 mg/L 20 R
BRI LB Hifeded. ANIR'E 293 40, A% ORAF,
i 971t DMEM K: 723, JRE N 10% it 4 13 |
3.7 gL B EU# . 100 U/ml # 57 2% S 100 U/ml 5%
#%. DMEM J& GIBCOBRL 7~ ift. 54 I3 & g M
MARIESE S /L5 N/ S Tt T

1.1.2 T HEEFIL 7). pfu DNA A8 R A
AR A W)= s BRI N DI 2 T4 E BRI A
TaKaRa 2 &7 is SIRBE R H A A DGk 2%l
AR VB E = 4y Hr 4t

1.1.3 )&, PCR [k 1) %4 Promega 23
AP s OB O 64 Roche A P s AL
2R 6R T Amersham Biosciences 2 &) 72 i s
Lipofectamine™ 2000 #% 4% 57| & Invitrogen A
FE

1.2 A

1.2.1 siRNA [FH R 8TE. @l AR i, Az
ERET HIV-1 P8R B BELR ST 0 2 A K B0
SR T HANGE S 1 2 5 DA R YR % 1) RNA TP
FUAE e e kw50, ke gagl, S
gag2, 5' auaguaagaaug-

5’ uucccauacauuauuguge 3’ ;

gugacauagcaggaacuac 3’ ;
vauagee 3’ ; emvl,
enw?2, 5' uaaauggcagucuagcaga 3'; nef, 5’ cacaagg-
cuacuucccugau 3'.

1.2.2 siRNA FiE# ik (pBS/HISP) kg, #y 7 T
YEmXI L 5e i, ORI DI s an &l 1 iR, F

H Bgl 1 #1 Hind 1 {5 V) 457 50K A8 406 1517 dsRNA
I3 ) T 28 Bgl I A1 Hind I XAV ) pBS/HISP
JIORL F. 7E HI J3 87 3% 4% 19 nt 11 siRNA 4l 7
HI. 9 nt BIEBEFHI. I # 19 nt siRNA 351 BA
Jo SAS T sk 21741, 2 pBS/HISP Tk #% 55
P dSRNA BESS 7140 i A JE i 19 bp [ XUEE &
SJedhby, HALE A 9nt FIZEIR, HEESR ) 2%
it 2 Prow, 31X 5 RP IR 43 i 2 pGag-siRNA
(2 Fl)+ pEnv-siRNA (2 Ff) J& pNef-siRNA (1 ).

Xba 1] [ HI promote!r>—{ Bglll | [siRNA] | HindII |

| Sac I {EcoR 1 || Tandem sequences || Nhe | |

Fig. 1 The map of pBS/H1SP enzyme digestion sites

u
@) 5 -—-gugacauagcaggaacuac! C'clEL
SRR PR R PR T
ag
u
(®) 5’ --—auaguaagaauguauagcc" Cala
3 —wubdddd b LA s
ag
u
(© 5’ ——uucccauacauuauuguge! Caal
3’ ---UUaE‘lg{i}gl‘Jal‘ng‘le‘ia‘(‘:Jﬁé‘l‘C{‘i‘C‘g ag
ag
d u.
@ 5’ --—uaaauggcagucuagcaga' “aa
3 —uodtdddddbbddi el e
agd
© 5’———cacaaggcuacuucccugauu Caa
s wublgubdbedbbibsiacun, ,*

Fig. 2 The secondary structure of pBS/HISP-siRNA
transcriptions

(a) Gagl-siRNA. (b) Gag2-siRNA. (c) Envl-siRNA. (d) Env2-siRNA.

(e) Nef-siRNA.

1.2.3 siRNA SR IR IR AR . W 3 Fror,
pBS/HISP JFi ki h & 45 Xba 1 1 Nhe 1 W) 47 15,
HoFm TR Kk, 08— siRNA [543
HLILZE Xba | + EcoR 1 XUV Fr BCRERS ol A&
Y — siRNA #3580 . 48 Nhe | + EcoR 1 XU
fiE DIt pBS/HISP ok I, MM A siRNA #%
S ICHERZE MY, SN HIV-1 24 H bR (1)
.



2006; 33 (10)

IR, SiRNA H15] HIV-1 EERIEHHFR - 1009 -

pBS/HISP

Nhe 1

Nhe | +EcoR | EcoR 1
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Fig. 3 Construction of trispecific HIV-1 siRNA

1.2.4 pEGFP-C1-HIV # A . pEGFP-C1 SR
H 2 [# BD Biosciences 2~ # , KK H E ik,
HIV-1 2R i B iefit, Hpal Lee 4%
KR se A AR 09 R BUR 3 %514 A
HIV-1 2R RA Y 1 gags env nef FEH. 51H)¥%
W R gag 51 1, 5 CGgaatte TATGGGTGC-
GAGAGCGTCAGTA 3’ (EcoR I 17 15); gag 5149 2,
5" CGCggatccTTGTGACGAGGGGTCGTTGCC 3’
(BamH 1 {7 £5); env 1% 1, 5" CGgaattc TATG-
AAAGAGCAGAAGACAGTGGCA 3’ (EcoR 1 fif
M) emv 51 2, 5 gggeATAGCAAAATCCTTT-

CCAAGCC 3" (Sma I £ 55 —2F); nef 514 1,
5" CGgaaitc TATGGGTGGCAAGTGGTCAAAA 3’
(EcoR T 47 55): nef 5149 2, 5" ggeAGCAGTT-
CTTGAAGTACTCCGG 3’ (Sma I £ f5i—2F).

FIH EcoR 1« BamH 1 BVIAL 5K HIV-1 gag
B N B &£ pEGFP-C1 it ki, 14 %
pEGFP-C1-Gag iU L. [\ #f 7532, FIH EcoR 1 .
Sma 1 B V)AL 5555 0 K envs nef 3 DA v B 22
pEGFP-C1 Jit ki /" , 13 #| pEGFP-C1-Env.
pEGFP-C1-Nef JFiki.
1.2.5 4l 4. ki Roche JHCkE 4 HUGR 77 £ 46
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1. 40 WA K] Lipofectamine 2000 %% 44k 71,
60 mm U5 IR AL G 5 wg pHIV-siRNA SR
0.5 wg pEGFP-CI-HIV J5ifi. % geid B2 46 FH AN 4t
A= Z RN i) DMEM 5597 3E, #:4% 6~12 h J5 e
B ME FPUA R ) s R IRk, ke R R
72 h.

1.2.6 4 BN (immunoblot, IB)ZMT. JHFHYA 41
Jitg 24 £ ¥ (50 mmol/L Tris-HC1 pH 8.0, 150 mmol/L
NaCl, 100 mg/L PMSF, 1% NP-40, & [ fif 1
71 /10 ml) R IR0 M. RAE FIG 4 SDS- 5§
A 05 T i 6t J12 WL UK (SDS-PAGE) Jim # i, I A2 Bk
HRP (horseradish peroxidase) [1] anti-GFP AT 1 3%
EPZERS. PR - U A WAL KR B .

P

2.1 pEGFP-CI1-HIV H{FHHERLEE

DL HIV-1 JEK 41 DNA IR, 2351971 gag-
env nef FEK. 3 41 PCR KN AR R T 20 A 5wl
PCR SNV ZEdP . 5 wl ANTP (150 wmol/L). 1E[f]
K545 2 wl (5 wmol/L). HIV-1 ZE [K 41 DNA
BEAR 1 g, B AN 255 17K & 50 pl. PCR %W
%M. 94°C 5 min; 94°C 455, 56°C 45s, 72°C
3 min, XM 30 ANMEHA; 72°C 7 min. PCR f=H4
1.2% I 35 I Wl 6 IR vk S 2, N gag &
1535 bp. env 29 2 588 bp. nef %1 618 bp (& 4a). fifi
Jiis ¥ PCR =450 0 i % 22 48 EcoR 1 1 BamH 1
EcoR 1 1 Sma 1 « EcoR 1 F1 Sma 1 XU 1] ¥
pEGFP-C1 Jii fi t , 43 #| pEGFP-C1-Gag.
pEGFP-C1-Env. pEGFP-C1-Nef JFiki. iX 3 F i ki
3% Bgl 1l (nef) HindIll (env)~ Bgl Il (gag) i V)%
E 85 R WU A AT (B 4b). WP s g R Y

Fig. 4 Construction of pEGFP-C1-HIV plasmid
(a) From lane / to lane 3 is the PCR products of nef, env, gag genes, the
size of which are about 618 bp, 2 588 bp, 1 535 bp. Lane 4 is DL2000
DNA marker. (b) Lane 7 is pEGFP-C1-Nef/Bgl Il and the fragment is
about 177 bp; Lane 2 is pEGFP-C1-Env/Hind Ill and the fragment is
about 1 900 bp; Lane 3 is pEGFP-C1-Gag/Bgl Il and the fragment is
about 1 300 bp; Lane 4 is DL2000 DNA marker.

HIV-1 gag. env nef 756434
2.2 Gag-siRNA X EGFP-Gag &\ FizH9#1$I1E
1 pEGFP-C1-Gag JJi i %3 5l 5 pBS/H1SP ¥ %k
K. pEnv2-siRNA. pGagl-siRNA Fl pGag2-siRNA
JLHYL 203 4. #E Y% S5 72 h oy IR AL, LG
2 SDS-PAGE i Kk #% I J5 . H 2 X HRP (1)
anti-GFP M 17 %0 % B0 % & W . 45 Rk
pGagl-siRNA %} EGFP-Gag 4 [1 [ 3¢ 15 L AT W] B 11
P R, AR D oo B ) pBS/HISP % 8 44 Al
pEnv2-siRNA X} EGFP-Gag &5 [11¥13 1A WU o0 il /8
H. 25 AE B pGagl-siRNA ¥4 5% [1) Gagl-siRNA 1]
DU 2505 EGFP-Gag 5 1 (%35 (K 5).

(a) (b)
+ = — - siRNA vector
- + - - Env2-siRNA
- - + - Gagl-siRNA
- - - + Gag2-siRNA
+ + + + BGFP-Gag
. 120~ Bl R =
Vector Env2-siRNA | -
- - == EGFP-Gag
85-1.
IB: anti-EGFP
SO_ﬂwwActin
Gagl-siRNA  Gag2-siRNA IB: anti-actin

Fig. 5 Inhibition effect of Gag-siRNA to EGFP-Gag
293 cells were cotransfected with pEGFP-C1-Gag and pBS/HISP empty

vector,  nonspecific pEnv2-siRNA,  specific pGagl-siRNA or

pGag2-siRNA. At 72h after cotransfection, the relative strong inhibition
effect of Gagl-siRNA was observed.

2.3 Env-siRNA ¥} EGFP-Env & B Ri& A0 #&E1EH

FHRRE ) 7 1082 21 Envl-siRNA 7] LAT 243
1] EGFP-Env £ 11315, 1M pEnv2-siRNA [¥141)
ISR A B (B 6).

(a) (b)
+ - — - siRNA vector
- + — — Nef-siRNA
- - + - Envl-siRNA
- - - + Env2-siRNA
+ + + + EGFP-Env

Nef-siRNA

120 RS EGFP-Env
85-
IB: anti-EGFP
50 — — —— A\ Ctin

Envl-siRNA  Env2-siRNA IB: anti-actin

Fig. 6 Inhibition effect of Env-siRNA to EGFP-Env
293 cells were cotransfected with pEGFP-C1-Env and pBS/H1SP empty
vector, nonspecific  pNef-siRNA, specific  pEnvI-siRNA or
pEnv2-siRNA. At 72 h after cotransfection, the relative strong inhibition

effect of Env1-siRNA was observed.
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2.4 Nef-siRNA ¥ EGFP-Nef & B8 &A1 /ER
FH [RIRE (1) 7 722 W 8¢ 3] Nef-siRNA 1] LA 2

(@

Vector Gag2-siRNA

Nef-siRNA

ik EGFP-Nef 2 H 1A (K 7).

(b) + = — siRNA vector
- + - Gag2-siRNA
- —  + Nef-siRNA
+ + + EGFP-Nef

40— EGFP-Nef

20~
IB: anti-EGFP

50— M—— A ctin

IB: anti-actin

Fig. 7 Inhibition effect of Nef-siRNA to EGFP-Nef
293 cells were cotransfected with pEGFP-C1-Nef and pBS/HISP empty vector, nonspecific

pGag2-siRNA or specific pNef-siRNA. At 72 h after cotransfection, the strong inhibition effect of

Nef-siRNA was observed.

2.5 siRNA B3 R BT H Nef-siRNA 3t EGFP-
Nef & H FIEHHIFHI1ER

2.5.1 200 bp SPACER H #5550 Nef-siRNA
(K314 . pEGFP-C1-Nef 5k 43 1] 55 pBS/H1SP
AR . pNef-siRNA ( #.1¢). pNef-Envl-siRNA
(200 bp SPACER -t ). pGagl-Nef-Envl-siRNA
(200 bp SPACER = Ik) L% 4L 293 4 fitd, 25 W
8.

siRNA empty vector
siNef vector

+ 1+
+ 1+
+ 1+ 1

+ siGag-Nef-Env vector
+

siNef-Env vector
EGFP-Nef vector
40—
- -~ S GFP-Nef
25—

1B: anti-EGFP

5o M ——\ctin

IB: anti-actin

Fig. 8 Inhibition effect of Nef-siRNA in bispecific or
trispecific siRNA vectors linked by 200 bp SPACER
293 cells were cotransfected with pEGFP-C1-Nef and pBS/H1SP empty
vector, pNef-siRNA, pNef-Envl-siRNA (200 bp SPACER) or
pGagl-Nef-Env1-siRNA(200 bp SPACER). At 72 h after cotransfection,
the relative weaker inhibition effects of Nef-siRNA in bispecific and

trispecific siRNA vectors were observed.

2.5.2 900 bp SPACER H: It 5% H10H Nef-siRNA
[ 456145 F . pEGFP-C1-Nef Jii B %3 %) 5 pBS/H1SP
B AR . pNef-siRNA (. k). pNef-Envl-siRNA
(900 bp SPACER - k). pGagl-Nef-Envl-siRNA
(900 bp SPACER —If) 4 4 293 4ii g, &5 4 UL
K1 9.

siRNA empty vector
siNef vector
siNef-Env vector
siGag-Nef-Env vector
EGFP-Nef vector

+ 11+
+ 1+
+ 1+ 1
+ 4+ 1

40—
P EGFP-Nef

25=1
IB: anti-EGFP

50 p S il e Actin

IB: anti-actin

Fig. 9 Inhibition effect of Nef-siRNA in bispecific or
trispecific siRNA vectors linked by 900 bp SPACER
293 cells were cotransfected with pEGFP-C1-Nef and pBS/H1SP empty
vector, pNef-siRNA, pNef-Envl-siRNA (900 bp SPACER) or
pGagl-Nef-Env1-siRNA(900 bp SPACER). At 72 h after cotransfection,
strong inhibition effects of Nef-siRNA in these three plasmids were

observed.

2.53 900 bp SPACER H Bt #% 5t H. JC ' Gagl-
siRNA [ 401 i /& Fl . pEGFP-C1-Gag Jit ¥ 43 %ill 55
pBS/HISP %5 3 /& . pGagl-siRNA (¥ H%). pGagl-
Nef-Env1-siRNA (900 bp SPACER =) JLHE L 293
A, 2RI 10.
2.5.4 900 bp SPACER H: Jf % 3% .7 1 Envl-
siRNA (1] #ll i /E . pEGFP-C1-Env Jit ¥ 43 %) 5
pBS/HISP %% 3 4& . pEnvl-siRNA (¥ Hf). pGagl-
Nef-Env1-siRNA (900bp SPACER — fif) $L % 4 293
A, S 11

M IR FUR LA s, FRATITRE T 3 A
AENS A R0 4 HIV-1 Gag. Nef. Env & 1 £
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siRNA, JF HoR e AT s I A ] — A3k b fH 2,
G SIRNA (461 R S W, 1 200bp SPACER
HEHEM 3 S siRNA 2 (845 — & A B P4 AEH
KR AL A BB P 2 A SiRNA (i
Nef-siRNA)KAH 82 238 146 /E F B AN i
I A4 R AH ] 1) siRNAL T, JRATDRE A3 C 3 A4 11
SPACER 14K %] 900 bp, 45 HAF WX — it He A I
AT LAY Ak HR ICA ik B TG 2 R R AH BT, JE— 2D 5K
¥ %KW pGagl-Nef-Env1-siRNA (900 bp SPACER)
#5718 Gagl-siRNA H1 Envl-siRNA 43 5] g 1% 4
il Gag fl Env SR I RIE, Rl: b = IRAUARH %
[ 3 Fi siRNA BEWE 73 716 HIV-1 gags env~ nef %
DR A T e s S 4o

— siRNA empty vector
— siGag vector

+ siGag-Nef-Env vector
120 + EGFP-Gag vector

!- % EGFP-Gag
85

IB: anti-EGFP

+ 1+

+
+

" 1 1
o N ——ciin

IB: anti-actin

Fig. 10 Inhibition effect of Gagl-siRNA in trispecific
siRNA vectors linked by 900 bp SPACER

293 cells were cotransfected with pEGFP-C1-Gag and pBS/H1SP empty

vector, pGagl-siRNA, pGagl-Nef-Env1-siRNA (900 bp SPACER). At

72 h after cotransfection, strong inhibition effects of Gagl-siRNA in

these two plasmids were observed.

- — siRNA empty vector
+ - siEnv vector

- + siGag-Nef-Env vector
+ + EGFP-Env vector

120 1 -
85— !

IB: anti-EGFP

| Actin
50—

IB: anti-actin

+ 11+

Fig. 11 [Inhibition effect of Envl-siRNA in trispecific
siRNA vectors linked by 900 bp SPACER

293 cells were cotransfected with pEGFP-C1-Env and pBS/H1SP empty

vector, pEnv1-siRNA, pGagl-Nef-Env1-siRNA (900 bp SPACER). At

72 h after cotransfection, strong inhibition effects of Envl-siRNA in

these two plasmids were observed.

3 37 Tt

A sz B 5 38 1 % NCBI & % 19 1 000 £ 4>
HIV-1 J@ 0T A 95 b e, & $ 7 HIV-1 gags
env~ nef FE R AL LR SE I 5 AT FI4E A siRNA 1
MRS, JERIH HI B30 TR 8 siRNA Rk
1, AN H EA L 19 bp 1) 5 Bl siRNA FE%
SEPEY, REAS [ FE B M A ] HIV-1 %5 550 H b
FER )RR . o X gagl, envl, nef ZERIF) 3 />
SIRNA 1 il 2 H &5 W] & . 1 Gag2-siRNA Fl
Env2-siRNA [ # IR A, T RE S P41 AT
TEA K, AT H R &AW AR I siRNA &
mRNA Z [A[FJIR K, M FZ I siRNA L5 8 )3 51 1)
gty siRNA [T B ) i 457 N2 HE 7 siRNA
SRR I GGG )7 51, GGG 1) H L 23 5% 1)
SIRNAFIfRSE, 03 T4 RNAL ERMLE], 3k
AL FEN) Nef-siRNA 13t GGG J741, M5 25
FoKkFE, Nef-siRNA FHPHI R R AT 4. Rk, 3%
TN IX AN BETE JEUI 2 B A1 B H R e &5 ok
(01, "E A A B I JRAE S 45 IR 5.

FERFSE ) — Bk 13RIk 2 AN %) siRNA I
KIN, 200 bp SPACER #2124~ siRNA {145 5+
PET-W ARG, T B8 T s S o AR PR I 30T Tf
MR S M OC IS HL B3 TN S, 7ok
TAHETHRAIVER, TS0 siRNA IR S 30%,
HE— 20 52 m siRNA S ESE R 00 30 4 3R4T]
HEOK siRNA e 55 10 2 [H] (1) 48 A\ TAJBE 42 900 bp I,
AT DL o5 e B SIRNA PRI RO, I HL E B¢
BB TTIR 3 AN sIRNA SO AH N (1) 85 471 #5431
AHSEJFIRIER, XKW, MRS
AW, S5 AN PSR K sIRNA ] DG 5 50
TR BT WAER. &5 Bk, AL ohit—2H
SIRNA AT 8 G (WL RV 7 B e T 560, M—
AL RERA B, LA LMY R, X
FERT AT 250805 199 55248 Sk 1) HA B

RNAI 5 i 22 e R 69T A T B, 0
IR 22 ) T AR R a2 mRNA R BE D
AR ET S A R B 2% mRNA
5 EARE B A Y0 B T 3L siRNA J7 41 118
AL R b WAL RAR, siRNA 1w E R
PEAE LS mRNA ] S AN 6l 3 11 5 P 40 2 PR A S A
DUERACR, &7 KB siRNA b k58 45 k01,
TEATFRAMAN], HIV-1 E KPP H) 24w
Pk SIRNA 1By AR K R AE. e, 7R it4E
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Abstract RNA interfering (RNAI1) is a process of sequence-specific, posttranscriptional gene silencing in animals
and plants. In mammalian cells, duplexes of 19 ~25 nts (nucleotides) RNAs efficiently inhibit gene expression.
The pBS/HI1SP vector expressing siRNA is used which inhibit specific HIV-1 gene expression. To assess the
intracellular effect of this H1 promoter-driven siRNA, a reporter plasmid pEGFP-C1-HIV protein which expresses
fusion protein of enhanced green fluorescent protein (EGFP) and HIV protein was used. The expression of the
reporters can be easily visualized by fluorescence microscopy in living cells. siRNA-generating vectors targeted to
several HIV-1 genomes were constructed and then co-transfected with respond reporter expression vectors into
HEK?293 cells. Cells transfected with pHIV-siRNA exhibited a significant inhibition of pEGFP-HIV expression
compared with cells transfected with control vectors. By this way, it is successfully to select effective siRNA for
silencing target HIV-1 genes. Then two or three siRNA transcripts targeted to different HIV genes were expressed
by one plasmid, and a relative strong inhibition effect was observed.
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