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Abstract  Objective: To construct a lentiviral vector that over-expression miR-15a/16-1, and to proceed with
the lentivirus package.identification, titer determination and transfection to target cells, Method: miR-15a/16-1 se-
quence was obtained by PCR, and it was inserted into the lentiviral vector LV3,and then it was identified by doub-
le~enzyme cleavage and gene sequence analysis and extracted. The recombinant plasmid and packaging plasmid
pGag/Pol. pRev.and pVSV-G were co-transfected into 2937T cells with the application of liposomes to package the
lentivirus. The viral suspension was collected and diluted with gradient. then it was transfected to 2937T cells and
the titre was determined.and last obtained lentivirus was transfected to target cells. Result: Restriction enzyme di-
gestion and sequencing results showed that recombinant plasmid has been successfully constructed and packaged to
lentivirus, The wviral titer was 110" TU/ml in experimental group, and 2> 10" TU/ml in control group. The tar-
get cells were successfully transfected and the transfection efficiency could reach to 80%. Conclusion. It was suc-
cessful to construct lentiviral vector of miR-15a/16-1 and to obtain efficient lentiviral particle of miR-15a/16-1.
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K WFFT AN A AL A LU RR P B 4L, B R Y
I L K g BB WF 98 ) #A . A BF 98 R B, miR-15a/
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TR A £ 28 4 K i B (pGag/Pol, pRev, pVSV-
G) .14 9% # & & pGLV3/H1/GFP + Puro Vector
(LV3) W [ L 3520 6] s DNA Py Y | 4 32 il
marker 4 | Fermentas 2% &) ; BUIGHF . DNA %EE i 0]
W) & [ OR AR AR A BB AT R | SR pGH-
15a/16-1-X2370G W { s Sy P B9 TR AR A
PR ] 5 i K 1 18 52 25 4 R Ry A 25 AR A7 5 iR v
R PG & A b = B Y AR PR A
ML B 3% W DMEM , RPMI-1640 g § Invitrogen
s G 4R 5 o 22 B/ GIBCO 4 w6 7= s Lipo-
fectamine™ 2000 % Y4 i 7] & & Invitrogen 2% ] j=
1.2 hik
1.2.1 HMIEHMER S P 1 M4 miR-Base
B 4145 miR-15a/16-1 (49 )% %1, % 3 B 19 3t J
B F s, 1 EEsl ¥ k. ATACGGATC-
CTAGCAGCACATAATGGTTTGTG. F iiF 5l 4
H: GTATCGAATTCAGCAGCACAGTTAATA-
CTG, H W3 A R g5 4 4 50 I BamHI A1
EcoRT Fe {4 i 3k » FH 1 1% g 35 406 19 W e fe . 51
Yo 1 S 25 B AR AT PR H A R, L pGH-
15a/16-1-X2370G HHiHT . PCR §" 1% miR-15a/16-1
IR FF ., 388 & F - 95°C 28 % 3 min; 94°C
30 5.55°C 30 s,72°C 30 s;3L 30 MFEFF;72°C 4E i
5 min,PCR KW 56 IS FI ] Agarose HL 3k If Y i
[l it miR-15a/16-1 3R A Bt .

1.2.2 HKEFE miR-15a/16-1 7 F 5 18 55 &5 48 14
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3T'CFEEYI 2 hy AL Pk J5 F FH DNA BE B [ i i 5 &
[l miR-15a/16-1 3 A B B Ak 4k LV3, —#H1E
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F 7 ) e AL IR A 25 A0 L L R IO 1R 4 T B U
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KETFE I BR N # 3 K H U5) & S HUSRE DNA
1.2.3 el BOTECE K 293T 410,
T WAL [T — KL 7E 15 om K5 F I rp 332 R O % 55
. FEYHT 2 b BR 25 B% 5 L b B SR, i ACE il
M DMEM K538 . R R G748 & B i 35 19
AR (R4 LV3) Fil4 % Bk pGag/Pol,pRev,
pVSV-G J#E 4y 293 T 4 Jifg (48 52 56 41 18 95 )
[i7) Bk 1) FH B 5 A4 R & B 9 3k A R (LV3) il
4135 i ki pGag/Pol, pRev, pVSV-G L6 e 293T
20 e O 7 X B 41 1 9% &) L 7E 37°C 5% CO, K3t
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iR ks 5 9% 72 h, TN S ERE LV A &
AT B OO E RS L L 48 h 5 1E 98Ok iR B
TR g B St (0 DG T k. W LT
VA sk B 5 0% L BB AE 4°C L20 000 r/minfl & 1FF
AR S0 2 h A BCHE VR i e HE A T —80°C
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12,4 Jg o i BE ARG R 8 0 Al — KL 293T
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FEMUARD X1/ B i
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2 #R
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NAs 19215 ik 25607 Mg i 5 (s 55— Fh 2 .24
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