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Construction and identification of a recombinant lentivirus harboring RNAi targeting rat Nogo receptor gene
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[ABSTRACT] Objective: To construct a recombinant lentivirus harboring RNAi sequence targeting rat nogo receptor gene and

to observe its infection efficiency of 293T cells. Methods: Lentivirus shuttle plasmid containing siNgR199 c¢DNA was
constructed by gene engineering and was used to transfect 2937T cells in the presence of packaging plasmids. Forty-eight hours
later the supernatant was collected and the titer of virus was determined. The recombinant lentivirus and the standard lentivirus
were used to transfect 293T cells at 1 MOI,3 MOI,5 MOI,10 MOI and 20 MOI. Polymerase chain reaction (PCR) was used to
detect the recombinant vector; enhanced green fluorescent protein (EGFP) expression was used to determine the titer and the
infection rate of the recombinant lentivirus under fluorescent microscope. Results: Restriction endonuclease and PCR analysis
confirmed that the siNgR199 ¢cDNA was successfully inserted into the lentivirus vector. The titer of the recombinant lentivirus
harboring siNgR199 was 1X 10* ifu/ml and the best MOI was 3. Conclusion;: The recombinant lentivirus containing siNgR199
gene has been successfully constructed, which lays a foundation for future axon regeneration in treatment of spinal cord
injury.
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(Gibco) , Lipofectmaine™ 2000 (Invitrogen); Poly-
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GCC GAA TCT CTT ACG TGC CAT TGA TAT
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TCC AAC-3"; ] X85 .5'-TCG AGT TGG AAA AAA
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Fig 1 Electropherogram of PCR product i E X (Eppendorf, PS232C) W& Lentivector-
of lentivirus shuttle plasmid NgR plasmid DNA Dso/ Do fH A 1. 79, R AT 3K
M. 100 bp DNA ladder; 1-8 ; Lentivaris-NgR plasmid DNA(316 bp) 7 20 BE RN ¢ R H B 1Y PR DNA
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Fig 2 DNA sequencing of lentivirus shuttle plasmid
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Fig 3 Gel electropherogram of plasmid without endotoxin AR O 1. 0 X107 ifu/ml. I 52 3 £ 5 K
M:AHind[ll DNA marker;1: Lentivector-NgR plasmid DNA B MOT Bl 3( 4C.4D).,
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Fig 4 Package and identification of lentivirus recombinant

A: 24 h after transfection, X 40; B: 24 h after transfection, X 100; C: 24 h after infecting 293T with standard lentivirus, MOT=3, X40; D. 24

h after infecting 293T with target lentivirus, MOT=3, X40
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P (D HEEF AL ALG RSN G R sIRNA 197575 2
A3 55 S I IE SCRNR X RNA, F-565 1 18 L TE R
B RNA, Myers 25 H 1% 1L B4 Dicer ZEAAM N T s
¥ dsRNA Y30l HL A7 35 PIUT R 76 1 19 siRNA, M
RSN G L BR R K @A . A ) siRNA /] F 7 g
TR fl 5 B AR e AR B v L FL A 4 i g T R % A 3
REHEHEYE., OBKRIAL. SHESAM
Fo 3K 3 ATERI L3 7E T siRNA fefF 2L 35, H/E
W3 1) e A 8 R A v R A B A B T 5 B AR IR
B, WAL R ARG B . ORAE b R e
IRTEARSMEE RN 54k sIRNA Ff 454 3k (H 2 A A BE
EFLAN AN R FEER . A AT E 5% 4
Hh S5 B RE I M2 T AR A IRNA RIB RS,
975 B AR A BERFEE A &0t %635 siRNA., 1T HL A fiE
WZBOAL 4 AR, TERAEMTT 5 R AR g h 3R AT
VEFE G BEAE ML T siNgR199 A9 ZR 1A,

1595 5 J 3 7 SR B K0 L O AR BUE MR R L g
SR Z2 TR L LR R O TR I RS R K
R4S PR SRR 12 o A AR =2 A A T HL A 0 B ik il 3
Pl A0 65 5 DR 22 i) DA B 3" ity 40 R 1 5 PR IX 5 A T
TR TR AE | f T A0 R O R O TN 2 A g
T 05 B V8 AR 1 ok, 18 B AR DL B vpr. vpu,

nef ,vif 3 A (4 JRL A7 60 2% , ARG fin 3L 22 Y,
18 s 7 AR AR L5 KOR I B R R A U3 X LLAH
il EAR R # (CMV) Ji 8l 7 UL i AE 3" KoK i 5 &
A U3 Xl M BR 133 bp §% 5 DLk 2105 75 2%
B A J K, [F AAV S, DL G B 1 R
o 1 2 1 {15 R A0 5 A A A SRR g IR A3 B 11 ol
25 0 40 M I AR 00 3% 4 ] ok 400 i R G A A A
I (0 20 Pt EL AT o 2 W P L 3 R R M A L Al 1 o
BRI AR, 2R E AN 9 kb ERGEY
25k, 0 R 2 T HL A B R VB M L R B ) i
(A RE 7, 6 T 40 i HL SR g M L AR PR R G PR S A
5 RNA FHry gk ik w #AR . H Fr & A —Fos
BEHAR AT LUVE Ry T A 95 9 2 A0 66 TR BIF 5 iy 5 1) T
H, BARIER R RAR K 2 AAV B iR rg w2
PR FHOR ST AN e B b 1 s 7 I AR i
K AEAE— 7 1 KU 1 L I R L5 b HOB T HIV
BH P 1 A8 38 AT i JHL I R K 2 B BRI, B2
ITAE B T 08 5008 0 048 s 3 2 AR, D4 s L AR
Wy AR IT O B LR 0 3 3k K 0 v b 28 L e L
FH 166 PR IS iy 75 75 304 109 7 A 4G 96 AL 5%, 7E Ak
JUAFE v 48 955 7 210K 0T BB 2 P AK B 28 R G2 ) g R A
LRI AEN S RNA TR RIEIT &
FH 844

AW RS T KB NgR K RNA
Pere s i LIk AR IR Ll Y % 2 K PCR %55, 45
TEAE S B A AL R T L O B R B L aX Ol
— N NgR £ RNA 401800 3 28 406 77 A 86
B IR T B SE BE 0 T A
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