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(# ZEI [HMY WEE XYL X 32 o(Liver X receptora, LXRe) 36 B 0 T4 R F ik, [ R R
WL FE LXRa 3 CDS X 31% i /) & J¢ RNA (short hairpin RNA, shRNA), 43 5l #5 @ pENTR/CMV-GFP/U6-
shRNA J pDsRedl/C1-LXRa {4, 3554 HEK 293 4 /id,48 h J5 W& H A e A Kb &, ik b B B sk
M shRNA, B ELA WA 5 T 483800 19 shRNA 254K 5 R 25 22 24k pAd/PL-DEST 7£ LR Clonase™ I 5 4H Jif§ 1) 7
MR TR, AT E TR LA P05 38 5 4R 2 20k . F 0 B A S A IR B 3R A 28 Pac | B
LA IE S 75 Y HEK 293 4108, 8537 7~10 d J5 I AN IF I B VR b, oS8 40 i 4 0 ik, I R 484 3 WU 3K 45
o0 T Y T AL BRI E O R R . (45 2RY O T shRNA-490,shRNA-496, shRNA-509 il shRNA-923 4
% shRNA %1 ; @ %] shRNA-490 Fl shRNA-923 2 £ HA5 Bl i T 3t %% 19 shRNA; @ 34 pAd/PL-DEST/CMV-
5FP/U6-shRNA-490 il pAd/PL-DEST/CMV-GFP/U6-shRNA-923 2 4~ 21 it 95 5 24 . Sca 1 B4 J 1 e 45 S 1y
TEA 2 A e 1 B A R A 3 R 5 10° PFU/mL, (458 W31 LXRe 3 H H 4 shRNA 5 35 2t b gt il 2
J R RNA FHH AT LXRa 3 FH 7R 7L 1 B 400 (9 D 8355 T 3L Al
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Screening of shRNA sequence and construction and identification of
recombinant adenovirus vector of LXRa gene of dairy goats
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Abstract: [Objective] The study was to construct the short hairpin RNA (shRNA) recombinant ade-
novirus vector of dairy goat mammary liver X receptors a (LXRa) gene of Xinong Saanen dairy goat.
[Method) We designed different shRNA targeting the dairy goat LXRa gene CDS region,and constructed
pENTR/CMV-GFP/U6-shRNA and pDsRedl/C1-LLXRa vectors. The vectors were cotransfected into HEK
293 cells,and the interference efficiency was detected after 48 hours by Fluorescence protein observation.
The pENTR/CMV-GFP/U6-shRNA vector and the backbone vector pAd/PL-DEST were recombined un-
der the catalyzation of LR Clonase™ [| , and recombinant vectors were selected by ampicillin &. chloram-

phenicol. The recombinant adenovirus vectors were transfected into HEK 293 cell after linearization with
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Pac 1 enzyme. The cells were frozen and thawed 7—10 days after trasfection,and cell lysates were harves-

ted. Transfection-culture-harvest was repeated three times to obtain high titer of the recombinant adenovi-

rus and detected the titer of the recombinant adenovirus. [Result] @ Four different shRNA sequences shR-
NA-490,shRNA-496 ,shRNA-509 and shRNA-923 were designed. @ Two shRNA entry vectors pAd/PL-
DEST/CMV-GFP/U6-shRNA-490 and pAd/PL-DEST/CMV-GFP/U6-shRNA-923 showed obvious inter-

ference effect. @ Sca I enzyme digestion of recombinant adenovirus vector and sequencing analysis were

correct with the titer of 5X10% PFU/mL for both vectors. [Conclusion] Two shRNA recombinant adenovi-

rus vectors were obtained which would play a vital role for the function analysis of LXRq gene in goat pri-

mary mammary epithelial cells using RNA interference.

Key words:liver X receptor a; RNA interference;adenovirus vector;dairy goat

/N% J& RNA (small hairpin RNA, shRNA) &
N TR AT B & e 4546 (1 XU RNA L G146 2 4
FERY S ) H A5 v TE] B — 25 36 (Loop) I 41 43
Jt. shRNA # A4l 5 25 #€ Dicer §§ 9 U1 H T B
/b F 4 RNA (Small interference RNA,siRNA),
HKFEY 21 ~25 bp, /] 5 HAh & A 5456 E
RNA S ML 8 & 4 & (RNA-induced silencing
complex,RISC), RISC g I ¥) I mRNA J7
G, ELA i B RE R A BT sIRNA T A4S0 5 & A2 ek
ARl 45 KRR AR RISC J5 b ¥ 32 R A RCR . B
B 2 Bl G T A (E1 K BRBE) L H 22 4 v 4 HoAth
o RE AR TR E A T R E R A S T
o A () AMIR L RN B G B B E AP, T
5| AR A SR AR 1) fe 1K 5 LA, R B R R e, B
AR et . DRI R R RS A T Rk &
P TR AR,

AFRE X 5244 (Liver X receptors, LXRs) &% 5%
PR G B, 2 B AR A 4% B 2 AR AY . LXRa
(NRIH3) #l LXRB(NRIH2) , LXRa 4 2H 4145 3 ok
FIRE I FEAENRT AL B v A0 L
S5 N B A HE S 9 20 2L b R 36 L LXRB 8 1 AT FE &
A AR RE HREBRK . LXRa EHTE
JE 17 2 0 ARy 5 2 AR A B I T e 3 o A
T R A EEMFEEERN . LXRa 5S4 RIEZ
R (RXR) JE 5 B — R A& (LXR/RXR) 1 & # 1E
A LXR/RXR 38 5 78 8 5 5 1) )5 2 X325 & E
X ZAR R 2 ot (LXRE)™  fr#fE 9 LXRE J& —Ff
AN HERSMOANETRAEERE TS
(DR, H B B B R R 5F, ) — R IR 2L
F, PR R WL LXRe 38 33 2 IR AR g
& v B B T A 1E B R A A LXRa 38030 57 AT B AR
#E LXRs 454 5] [& B % o4k (SRE) (19 45 & 8 H-
1c(SREBP-1¢) Ji 8l DX 38 38 5t i 5 2E 1 AH OC 2 ]

BIFEIR o 1T LXRs F&H R BR /N SRS AAE A [ e
B BE L I B S BEJE 55 T 048 45 4 8 1 (SREBP-1
o) JIR 5 BR & B (FASN) | 5 B4l Bl A 25 1 0 i
(SCD-D M & Wil A R A (ACCO) 1) KX WA T
TRET . LXRa AT PLZE R I 2 75 5 7= 28 O i A g
Ui TR L 16 A 0 R AT 0 . Ik [ B L X Ra &
PR 11 Ty e X BF 5 B s e A B g o A i F L A
BEX,

AHE5E F F pENTR/CMV-GFP/U6 #1 pAd/
PL-DEST i 8 REE AN T 10 RNA T4, 44 2 5 %
W1l 3 LXRa JE R 5 20T P B 8 75 204 LU Oy
FE 20 L KSF B AT RNA THH AR5 LXRa 5 FH
Y1 he 288 FE A

1R

L1 # #

Ty LXRa K CDS J3 51 i1 JoT kit
pDsRed1/C1 #{& . HEK293 4 g £ th Pk 74 4 &l
ST E SR E R LA Tag DNA R 45
fiti. Kpn1 . BamH 1. Sca 1. Xho 1T W H K i&E
TaKaRa 24 w6, Bt 95 # A '] 8 & pENTR/CMV-
GFP/U6 K % # & pAd/PL-DEST . Gateway LR
Clonase™ [I Enzyme Mix.,shRNA # kg 0 3 H
Invitrogen 2\ &), fm 2l B i R0 /N £ b &l R &
TOP10 852 2520 il | 3505 0 56 e DNA [l i 5f) &
W A RARA AR H A FR A W B AN & ook P i 42
Bokn & A b st R FE 5w A Hl L Pac | B A
NEB /A 7], FuGENE HD % 443 7| ) H Roche 2
"l PCRGI¥yih L £ TR A RO m A
1.2 F &

1.2.1 LXRe A B shRNA 57 653&+  RIEFTH
R S FE R LXRa F£ [ CDS 3751, i i siRNA 7€
22 % it 44 Chttp://jura. wi. mit. edu/bioc/siR-
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B LWL ¥ LXRa JEF shRNA T 51 (1) 57 358 B it 2 25 44 1) 4 1 15 4 43

NAext/home. php) §fi % H 4 254 % LXRa i H 19
siRNA 740, 7 HEEml 3 Loop X (& Sca T M
YL 5 IR FFH GESER) 6 4 T) F13% 42 By i B A

PR 3G (BamH T #1 Xho T BV A7 55) 15 3] shRNA
IE SCHERN SCRE(R D),

%k 1 LXRa EEAE shRNA F 3l

Table 1 shRNA sequence of LXRa gene
£ Bk Name 1F X8 Sense 2 X &% Anti sense
hRNA-190 5'-GATCCGGAGGAGTGTGTCTTATCAgag- 5'-TCGAGAAAAAAGGAGGAGTGTGTCTTATCA
S tactgTGATAAGACACACCCTCCTTTTTTC -3’ cagtactc TGATAAGACACACTCCTCCG-3'
ShRNA-196 5'-GATCCGTGTGTCTTATCAGAAGAAgag- 5-TCGAGAAAAAAGTGTGTCTTATCAGAAGAA

shRNA-509

shRNA-923

tactg TTCTTCTGATAAGACACACTTTTTTC-3'
5'-GATCCGAAGAACAGATCCGTCTGAgag-
tactg TCAGACGGATCTGTTCTTCTTTTTTC-3'
5'-GATCCGGAAGTGAGAGTATCACCTgag-
tactg AGGTGATACTCTCACTTCCTTTTTTC-3'

cagtactc TTCTTCTGATAAGACACACG-3'
5'-TCGAGAAAAAAGTGTGTCTTATCAGAAGAA
cagtactc TTCTTCTGATAAGACACACG-3'
5'-TCGAGAAAAAAGGAAGTGAGAGTATCACCT
cagtactc AGGTGATACTCTCACTTCCG-3'

e OF SUBE RN SUEE /NS #8432 Loop X

Note: The lowercase of sense and anti sense shRNA is the Loop region.

1.2.2 pDsRedl/C1-LXRa H 4% & ik # 1k 09 # 22
HR A AT I L 560 © 5a B A5 20 A9 0% 1L 3 LXRa SEH
CDS J¥ 31, it A Kpn | Fl BamH 1 Y)Y
191, 51951 43 5 k- EiF 5'-CGGG GTACCAT
GTCTTTGTGGCTGGAGGC-3", Fiif 5'-CGCGGA
TCCTTCGTGCACGTCCCAGAT-3', DIAS =
RIEI & LXRa 3£ CDS X 9 Jii k2 pGEM-Teasy-
LXRoa MM, #5417 PCR § 14, PCR J2 W 1k &
pGEM-Teasy-LXRa UK 0.5 pL, B FilE514)
(10 pmol/1)4 1.0 pL, dNTPs(2. 5 mmol/L) 2.5
pL LA Tag DNA B4/ (5 U/pl)0. 2 pl, 10X
buffer 2 pL, WFE K H K 12.8 pul. PCR JZ I & %
H7:95 CHASE 4 min; 94 °C 30 s,54 C 30 5,72 °C
60 5,30 NMEH ;72 CHEAH 10 min, B PCR ;=41
pDsRed1/C1 ki, 4 54T Kpn 1T Fl BamH T X
i U e [l 5 R B 3 42 )5 Ak TOP10 K AT 1A
TR 32 A5 20 ML L 8 R 0B A 3R P U 2B Uk IBCERL v o AT
VL RBCH R UEFT Kpn 1 #1 BamH 1T XU U] %
E 5 T B A W B A mL N
1.2.3 pENTR/CMV-GFP/U6-shRNA # 1k ¢4 #
# KA shRNA 95 “C/K¥ 10 min, [ 4R
VB IR IE L AUEE shRNAL R Sk & 20 pl,
Hrp 200 pmol/L IE 2 LEEA 5 pl, B K G2 whifk 2
pL KRR 8 pl, Bk ZZ i i 10 mmol/L
Trisbase, 50 mmol/L NaCl, 1 mmol/L EDTA #H
W.pH R 7.6, H BamH]1 K& Xho 1 MEFY] pEN-
TR/CMV-GFP/U6 1k Jf 518 K 7= ¥y 3% 4% 7 1k
TOP10 32 A 400, 2~ 055 28 Bi M i 8 5 Pk B
SERE 37 CRb G 77, W& Bk, #E 4T Sca | G Y)
Y78 B BHME IR 43 3 i 44 pPENTR/CMV-GFP/
U6-shRNA-490, pENTR/CMV-GFP/U6-shRNA-

496, pPENTR/CMV-GFP/U6-shRNA-509 Hl pEN-
TR/CMV-GFP/U6-shRNA-923, 3f 3% 74 5% 4 17 %
/eI BV N

1.2.4 A shRNA 9 §f & F FH & &l 5 5Ok
P et ) G 40 o ek B A BT ) shRNA 2 ik Je
pDsRedl/C1-LXRa E 4% 235 8k, IF @ Hok &,
ffi f DMEM b 55 52 3 15 5% HEK 293 40 g, 5 T
24 FLAR 1 BUZE KRB R AP Al A 2 90% 1Y
HEK 293 4 Ml 1] T 40 Mo 5% 9 . 43 5 4 g 4 ) 4
A~ shRNA # & pENTR/CMV-GFP/U6-shRNA-
490 .pENTR/CMV-GFP/U6-shRNA-496 ,pENTR/
CMV-GFP/U6-shRNA-509, pENTR/CMV-GFP/
U6-shRNA-923 5 pDsRedl/CI-LXRa 3t % Yt
HEK 293 4, LA 570 %% Y4 pDsRed1/C1-LXRa H
PR BRI 3 AR L L 2 IR, YR pENTR/
CMV-GFP/U6-shRNA # & 5 pDsRedl/Cl1-LXRa
MY BRI 1 1, 8 H FuGENE HD # 44355
ey, BRFG Y o B 2 IO R Ul B B i 4T, 48 h
Jei  TESEE B AUBE T LI 5 ' B 1 Rk 1 L, H Rk
i/ B shRNA S HAT W] i 403400 1) shRNA,
1.2.5 %41 shRNA s FH ke #E Rl In-
vitrogen A & B Gateway LR Clonase™ [ Enzyme
Mix 2%, 7 LR Clonase™ [l ¥ 1/E HF » K i 2k 1
M E A B T RN ) pENTR/CMV-GFP/U6-
shRNA T 4t 8k 5 IR 7 7 & %2 8 /& pAd/PL-
DEST #4178 4 , # 4 pAd/PL-DEST/CMV-GFP/
U6-shRNA i 45 5 2 1k . & 41k & h: pAd/PL-
DEST J& %7 150 ng, pPENTR/CMV-GFP/U6-shR-
NA # 4K 150 ng, #Mi TE buffer &SR 8 pL. IR
5], A LR Clonase™ [I i 2 pL; 520 2 B 55 1
25 TR SR 1 pL AR K,37 CEH
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10 min 2 1 R o H BB 9155 A TOP10 K #F
PRZ MM, AT &2 N B R PRI, PR
FERETE S E N EH R MR LB 853 Hrp i 3 12
h O R P T a8 R bk LB B kT &
i, 0 SRR B 7E G B R PR IR 2 oA K ) 4
Iy, R R R, UEAT Sca T BEY) % R L I
RIE AW F
1.2.6 #48 shRNA RBFRAGE B BER
T3 Pac 1 2tk AL RS V) H 20 4 09 1R 06 75 200K
S BEDLUE X WY 7= Wy A7 Il s HAR AR N T - A
EEVI =8 h e m A 1/10 KR 3 mol/L ) NaAc %
W PRI 2~5 R IRFR I T K S B DL TE DNA, —80
CHtE 3 h, —20 Cab ;4 °C 15 000 g B4 30
min, 72 FW L, Bk 4 °C 15 000 g #.0 30 min, 3¢
LR B MA 200 pL BUA BIIR B8 70% &
.4 °C15 000 g B0 5 min, A MAEFRAE 1 %G H
S BR R 2 A Ol A K B DNA JF I 5 H
Vg 1T AT ) e M A 7 0 e e AR IR AS R G Rl
JEZ) 70% ) HEK 293 40 i, 5% Y #/E 2 I Fu-
GENE HD % Je iR st 5 k47, YR58 3 K7
PG BB T WS Sk 48 9 O B I R AR AL L Y 4t i
AR IR 80U A A (3 7T~10 d) B, Wi 42 41 i B
W, VR 3 ¥ .3 000 r/min Bj.» 5 min, WHL I
THEEW W RO 55 1 AU B . B 1 AR 3
500~1 000 pL HHF A T4 KRS R 41 HEK
293 4i L v, F 1 3R Oy 1k A AR TR OF R 2

M1 1 M2

4500 bp
2000 bp

1000 bp

PR, e B 5 2 O HEK 293 40 i 2 %6 4
AR o BRI A5 381 15 i B 0 B

1.2.7 E@MmEmEan e BUE A REAMR
3 TE R 10 L, FH B RE I B R AT 10 45 3 1 6 i
T s ARATAN [F) e B35 66 B2 A I B0, i . PR AR K
KA RLM HEK 293 45 F 96 LAk . AN A
e P AR B A R VRO e 4N L A AL 200 L R R
W BAMREEERES 3L, 76 18~24 h Z W, LUK
We B A = BIIK I 7 ) UL I A 2t €5 758 S 1) 40 e B
T —FLA O E R K TS5 T 5 A it
LA g T A M B /N T 5 Ak, HibeL R
PEFIRE R %A IF AL 3 1 UL fE 8T
JE(PFU/mL) = (1 UX & LAY F5 1 FLAH &
B0 /55 1 FLI AR B AR B

2 AR5

2.1 pDsRedl/C1-LXRo E#FREHENMLEE

PCR #3722 K pn 1 Al BamH | XG5 -
ARAFR N 1344 bp B R B (B 1A) , 5 LXRa FEH
CDS K W) 4 pDsRedl-Cl [f B % Kpn 1 #l
BamH 1T XEGYI G . 3845 7 BE K B 2528 4 700 bp
(F 1B), 5 pDsRed1/C1 Ji kL K W) 4 ; pDsRed1/
Cl-LXRa H#RIRFIARL Kpn 1 A BamH 1 XU
VI . 3K48 T 25 4 700 F1 1 344 bp 1 A/ BL(F 10),
S G R — 3, & W] pDsRedl/CIl-LXRa H#% 3K
IR L. MY 25 R 3R W] pDsRed1/C1-
LXRo 284 A #82) .

&l 1 pDsRedl/C1-LXRo FLA% K35 2814 10 4558
A. LXRa % [H PCR 7= WU U] 45 5 ;s B. pDsRed1-C1 XU ] 45 3 ; C. pDsRed1/C1-LXRa W] 45 5 ; M1. DNA Marker DL2000;
M2. DNA Marker [ s1~3. 4853 LXRe 3P4 . pDsRed1/C1 #1 pDsRedl/C1-LXRa f Kpn T . BamH T S I7=4)
Fig. 1 Identification of pDsRedl/C1-LXRqa vector
A. Double enzyme digestion of LXRa PCR product;B. Double enzyme digestion of pDsRed1/C1 vector;
C. Double enzyme digestion of pDsRedl/C1-LXRa vector; M1. DNA Marker DL.2000; M2. DNA Marker [ ;
1—3.Kpn] & BamH 1] enzyme digestion of LXRa PCR product, pDsRed1/Cl vector and pDsRedl/C1-LXRq vector respectively
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B LWL ¥ LXRa JEF shRNA Y51 () 075 158 B o 25 2 14 1) 4 1 5 4 45

2.2 pENTR/CMV-GFP/U6-shRNA #ikm L E

¥ 3 % T i pENTR/CMV-GFP/U6-shRNA
AR & Sca 1 B UIAL s, T 25 2 pENTR/CMV-
GFP/U6(4 639 bp) A& Sca | B YIAL A5, [H I 28 35
AL Sca 1 BV ARETE B — 4570, LT 5
shRNA % 4% 0 84K W 25 % Sca | BEYIIE WL — %
M, I 2 WA, 4 A pENTR/CMV-GFP/U6-
shRNA £ Sca | B V)5 Y345 T 29 4 700 bp 1y 5.
— 4, SIS RA A . PSSR B, pENTR/
CMV-GFP/U6-shRNA & %5
2.3 B shRNA ZHEmIFiE

pENTR /CMV-GFP/U6-shRNA . pDsRed1/C1-
LXRo #:5%4y HEK 293 4ififl 48 h J§, pENTR/CMV-
GFP/U6-shRNA-490 fil pENTR / CMV-GFP /U6 -
shRNA-923 AR L1 5O R B R E 3), 3%
B 1L 2 LXRe S0 HA B8 0 IR .
2.4 EH shRNA RRSHEHWERE

pAd/PL-DEST/CMV-GFP/U6-shRNA-490 F1
pAd/PL-DEST/CMV-GFP/U6-shRNA-923 & 4
J 7 B AR 2 Sca | V)% € J5 L 45 R 5 XA
pAd/PL-DEST/CMV-GFP/US6 # & Sca 1 fifi Y] 44
SRR AN TR 9 45 L L X B D 1 4% 2kl (A

- . o _-_‘ wd, £
B 3 | B vy c1! T N D1
A2 B2 -
A3

O SIS R WP 4R B R R, shRNA
o B 2 AL

M 1 2 3 4 5

4500 bp

2 pENTR/CMV-GFP/U6-shRNA
FAKAY Sca | BEVI % E
M. DNA Marker [l ;1. 2 #k & pENTR/CMV-GFP,/ U6
Sca | B :2~5. 4313 pENTR/CMV-GFP/U6-
shRNA-490 ,pENTR/CMV-GFP/U6-shRNA-496 ,pENTR/CMV-
GFP/U6-shRNA-509 ,pENTR/CMV-GFP/U6-shRNA-923
JURL Sca 1T REYIF=4)
Fig.2 Sca |l enzyme digestion identification of
pENTR/CMV-GFP/U6-shRNA vectors
M. DNA Marker I ;1. Product of Sca I enzyme digestion
of pPENTR/CMV-GFP/U6;2—5. Product of Sca T
enzyme digestion of pENTR/CMV-GFP/U6-shRNA-490,
pENTR/CMV-GFP/U6-shRNA-496 ,pENTR/CMV-GFP/U6-
shRNA-509, pENTR/CMV-GFP/U6-shRNA-923

B 3 AL shRNA [k (X 100)

Al #l A2.B1 1 B2.C1 1 C2.D1 Hl D2 43525 shRNA-490,shRNA-496 . shRNA-509 ,shRNA-923 &5 pDsRed1/C1-LXRq # f& 44 4t HEK
293 4l 48 h J5 4R (5 K AL A5 R IRTE L s A3.B3.C3.D3 %t Ii4] pDsRedl/Cl-LXRq 4 HEK 293 41l 48 h J5 2L 5L B 15 I
Fig. 3 Screening of effective shRNA (X 100)

A18&.A2,B1&B2,C18.C2,D18.D2 were the expression of Green and Red Fluorescence after 48 h that shARNA-490,
shRNA-496,shRNA-509,shRNA-923 vectors cotransfected with pDsRed1/CI1-LLXRa vector respectively into HEK 293 cell line;
A3,B3,C3,D3. Control, the expression of Red Fluorescence after 48 h that pDsRed1/C1-LXRa vector was transfected into HEK 293 cell line
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Bl 4 FEAMRKTRAEN Sca | MY % E
M. ADNA/Hind [l Marker;1,2. pAd/PL-DEST/CMV-
GFP/U6-shRNA-490 Sca I #.Hi¥]7=4) ;3. pAd/PL-DEST/CMV-
GFP/U6-shRNA-923 Sca T JfEUI =4 ;C. % HE . pAd/PL-
DEST/CMV-GFP/U6 Sca | #f§ ] r=4)
Fig.4 Scal enzyme digestion analysis of
recombinant adenovirus
M. ADNA/Hind [ Marker;1 & 2.Sca | enzyme
digestion of pAd/PL-DEST/CMV-GFP/U6-shRNA-490;
3.Sca 1 enzyme digestion of pAd/PL-DEST/CMV-
GFP/U6-shRNA-923;C. Control.Sca I enzyme digestion
of pAd/PL-DEST/CMV-GFP/U6
2.5 HEZH shRNA BRRSHENEEREENE
pAd/PL-DEST/CMV-GFP/U6-shRNA-490 FiI
pAd/PL-DEST/CMV-GFP/U6-shRNA-923 ) &

MR T AR L Pac I &tefb)s . %% HEK 293 41
Jitl .3 d J5 FE 96 0 B T RT0E£% B AN i A AR ok
J55 d RIS B I TR B, U A A0 M B AR 8 d R
80 Y0 Iy 4H M Jd 7% (L 5 st bof 5 4 5 2 B SR 55 1 4R
W, ARG A GBI R RS, 2 MEY
JIR 0 T 1K) 2 ¥ 5 < 10° PFU/mlL,

34w

RNA T4 (RNAD 52 45 N 95 M 50 50 I8 1 5%
RNA(dsRNA) /- 3 4 Jid § mRNA & A= R 57 1 B
fiff o T BOHE KL DR 22 3K TR L 77 AR AT N 19 3 e 3R Y
P HE T4 5 5 19 3 I DT BB 4 (Posttranscrip-
tional gene silencing, PTGS)MY 75 Wi L 5 ¥y 40 ffg
f L RNALHL 32 2 3@ i Dicer B 57U 4 I8 1 5l 41 7
PR BEE RNACAsRNA) 3 siRNA T & #7E FHH
N A sIRNA Fe e 28 4 Jif 38 3K B g %
KRB RS E b K HE AR T ROCR A R AS € . Tl HL
FEVR AL 5 B Rnase B fift') BRI AR BF 52 38 5 44 2
shRNA # k%) T 96 LXRe 20 H 8. R 3%
AR U6 J3 3 7 Re s Ok shRNA 76 40 g 4 Fa e
PR () A s T AR 11 i B RCR T A shRNA
R RERIR e YRR AR M i) shRNA 238 Dicer fiff
BT & TR

B (X100)
AL T PO R e HEK 293 4 3 d BRGS0 RIBTE AL B. e 6 d BF RS SO RN C. 5 8 d ISR (A
PN F AL D. A 4 ACAYARE 3R Y HEK 293 4 24 h 5 & (098 6 R ik i
Fig. 5 Packaging of recombinant shRNA (shRNA-490) adenovirus ( X 100)

A. Recombinant adenovirus fluorescence microscopic image of HEK 293 cell 3 days after transfection;

B. Fluorescence microscopic image of HEK 293 cell 6 days after transfection;C. Fluorescence microscopic image of

HEK 293 Cell 8 days after transfection; D. The fourth generation of recombinant adenovirus

fluorescence microscopic image of HEK 293 cell 24 hours after infection
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B HL S WL AE LXRae FE K shRNA 751 5 0 16 M iR 25 2 IR A A it 5 2 5 47

it shRNA B 78 1E SCHE AR C8E 7 91 TR Rg
MBS 3 Ak 3 AL LR T, /B NA i g4 F 3k
shRNA # ST 1k A BB 5 B0 B A4 5L 1
T, T3 shRNA FF 51 — i & 4 (A BF 5%
shRNA HA7 58 bp) . Ir LAEFS & shRNA 244 B FH
PES T B8 A, 28 2530 o 90 E R 50 2 B L 10 i 4 1A
Z shRNA {8 4 m DL = PH PSR . b ok, i
F shRNA JP o558 - RN Fy K I o B e A F 52 78 13 1
(%) shRNA J¥ 451 Loop X N IN A — A~ i 9 75 84k T
WA W) Sca T BEYIAL A, H T 5EGU) R AT J5 i Hb K
2822 AL R Ty . — T o I 3 O 2 1 T Y
shRNA A7 3 55 LA, a0 A 4 3 by o e s 25 48 14
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