F371% FS5H

= AL Yy
2012 4 10 A w oM E ¥ K ¥ M Vol.37 No.5

JOURNAL OF GUIYANG MEDICAL COLLEGE 2012. 10

TEE, £

Hsa-microRNA-138 (B ERIEHMEHNHEELEE"

A, ik

W, =

(1. BtPHEE 2 BEREBE FFARAMEE, SEM 5P 5500045 2. 53 FHEE2=BEf Be AL IARE, SEI0 SEFH 550004 )

[# ZE] B#: #4 hsa-microRNA-138 1845 % KA H k. F73%: PCR ¥ 1 pri-miR-138-2 Fi{A 551, il &
plenti-GFP 1855 15 2 A F A , SUIFYI) K 7 45 12 18 5 5 104 T 05 7 625 5 T R A T 5 A T A i JR g AT o 4
fifl PANC-1, 48 h J5 Real-time Q-PCR £l miR-138 [ 3%ik, Z5R: Wbl I3 48 iR 46 AT 50 158 , DU 2 9 7
TR 1 x 10°TU/ml, f5 3/ 48 h J5 1Y PANC-1 I Ji 40 it WL 2% 7] L4 £6,%¢ 5, Real-time Q-PCR /1% 4 B e
AL miR-138 Fik BRI AN B B = . 8518 #0571 S0 e #55 hsa-miR-138 (18RRI Y R 5.
[RHEIR ] RNA N 18658 s 2k BORE M B

[HE4SZES] R373-33 [XEFRIEEE] A [XELHS] 1000-2707(2012)04-0469-04

Construction and Identification of Hsa-microRNA-138 Lentiviral Vector
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[ Abstract] Objective: To construct hsa-microRNA-138 lentiviral vector. Methods:; Pre-miR-138-2
amplified by PCR was cloned into plenti-GFP vector, and was identified by restriction endonuclease di-
gestion and nucleotide sequencing, and then the lentivirus was packaged and virus titer was detected.
After successfully constructed, the vector was transfected into human pancreatic cancer cell PANC-1.
After 48h, the expression of hsa-miR-138 was detected by Real-time Q-PCR. Results: Restriction en-
zyme digestion and DNA sequencing demonstrated that the inserted sequences were correct. The titer of
virus was 1 x 10’ TU/mL. After lentiviral infection, green fluorescence was detectable under fluores-
cence inverted microscope in PANC-1 cells, and real-time Q-PCR showed that expression amount of
hsa-miR-138 in transfected cells was more than that in non-transfected cells. Conclusions: The lenti-
viral vector expressing hsa-miR-138 efficiently and stably is successfully constructed.
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L1.1 JKL RPRFIARNE 180 5 JFORL pLenti-
CMV-GFP Puro (658-5) . £ %5 Jifi i pCMVDRS. 74
1 pMD2. G Wy i Addgene v W], K i FF B AR
DH5« \HEK293FT . PANC-1 411 ifd i A< 55 I ARAT
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qRT-PCR #:MER5 & ) B GeneCopoeia 23] .
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1.2.1 4 hsa-miR-138 Fi{A&/F%] A if] Sanger
miRBase %{ #i /£ ( http://microrna. sanger. ac. uk ),
1531 miR-138 Ji{# 5] hsa-miR-138 ( MIMATO0004
30) ; 5'-agcug guguug ugaauc aggeeg-3' K F{A pre-
miR-138 ( MI0000455 ) ¥ %1 ( cgttgctgea getggtette
tgaatcagge cgacgagcag cgcatcctet tacceggeta tttcacgaca
ccaggettge atca) ARG HATA pre-miR-138 5411531
519, 15 pre-miR-138 Wil £5 f& B £ 125 bp J¥ 51,
pre-miR-138 . F R FMIFE 41, I b W67 s
Age I( ACCGGT) il EcoR T( GAATTC) #1F :5'-a =
ccgglctgagecctggtgecatactggectgggggagece attggttggo-
gaaggl gtigtatggettcatcactgtctcaaaaccggaggage cacage-
ccagagga ggaagccggeggagtictggategtigetgea getggtgttg
tgaatcaggccgacgagcagegea tectcttace  cggcetatttcacga-
caccagggttg catcatacccat cctctccaggegagectegtgggac-
cgggeeggacg caaggaccelgggea goggligogoigogagiclglgigt-
gaaagcttgtccte tgtagctcactggat ctcageccagactg * aattc-
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&> 5'-ccgglteigagecctggleccatactggectg ggg-
gagccattggttgggoaaggtettgtatggettcatcactgtctcaaaaccg
gaggagccacageccagaggaggaagecggcggagtictggategttge
tgcagctggtgtigtgaatcaggecgacgageage geatcctcettaccegge-
tatttcacgacaccagggt tgcatcatacccatcctctccaggegagecteg
tgggaccgggeeggag caaggaceiggggatggggit geggtgggagict-
gletgtgaaagetigicete tgtagetcactggatetcageccagactg-3'

oS g
tacagaggacaag ctttcacacacagactcccaccccaaccccatcceca
ggtecttgegteegg cceggteccacgaggetegectggagaggatggtat
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5'-aattcagtctgggctgagatccagtgage-

gatgcaaccc tggtgtcgtgaaatageegggtaagaggatgege tgetegte
gcctgattcacaacaccagetgecagea acgataccagaactcegeegget-
tectectetgggetgtggetccceggtttt gagacagtgatgaacccatacaa-
caccttccccaaccaatggetcceccagg ccagtatggecaccagggcetcag
A3,
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PR A i bR R IR HESR 4R KO O gk
DNA, | Age I Fil EcoR T WUV, -5 &AL 18
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Tab.1 Primer designed for Real-time Q-PCR
Maturel _ID Maturel _size PCR_SIZE Maturel _Seq Primer_ID
RNU6B 75 reference small nuclear RNA tegtgaagegttccatatttttaa
hsa-miR-138 23 71 ageugguguugugaaucagecces gtattgtgaatcaggecgaa

1.3 Geitefhbam
K JH ¢ A6, iy SPSS 17. 0 Geit#k iAo b
Kk Sk PORUI) <0. 05,
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Some sequencing results of recombinant lentiviral plasmid vector plenti —

GFP — miR - 138
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E 2 LV-plenti-GFP-miR-138 j&& % #y
293FT 41 fg, (48 h, x100)
Fig.2  Fluorescence in 293 FT cells after infected
with LV - plenti — GFP — miR - 138 for 48 h

K3 LV-plenti-GFP-miR-138 jg& %

J i% % PANC-1 2 fg (48 h, x 100)
Fig.3 Fluorescence in pancreatic cancer cell
PANC -1 after infected with LV — plenti — GFP

—miR - 138 for 48 h

%2 hsa-miR-138 7E Bk 4t PANC-1 40 7] Gt Rk &
Tab.2 Expression amount of hsa-miR-138 in the pancreatic cancer cell

line PANC-1 before and after infection

- U6 Ave. Cit hsa-miR-138  hsa-miR-138 #H%} T U6 1Y FEXF T8 BEAE S Y 235 hsa-miR-138 FiAH
ve: Ave. Ct Fikm2EF(AC) E2EF(ANACH) ZRER(2-A ACH)
bapiizE 14.28 29.50 15.22 0 1
SEUR2H 14.55 22.09 7.54 -7.68 204. 183
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