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Construction and significance of the short hairpin RNA recombinant

plasmid targeting M2 gene of respiratory syncystial virus
CUI Yuxia, et d

(Immunology Lab,Children's Hospital,Chongqing Medical University)

{ Abstract ] Objective: To construct the recombinant plasmid targeting M2 gene of respiratory syncystial virus (RSV) for further study of
RNA interference (RNAi) technology in inhibiting RSV infection. Methods: According to the designing principles of shRNA, The M2
gene of RSV was selected as the target gene. A 19bp reverse repeated sequences with 9bp spacer were designed and synthesized. The
complement strain were obtained by annealing and inserted into the vector pgenesil-1 containing green fluorescenet protein (GFP)
sequence and U6 promotor. Finally the recombinant plasmid were identified by enzyme digesion and DNA sequencing, then transfected
into HEP2 cells and observed by fluorescence microscope. Resuits: The recombinante plasmid targeting the mRNA of RSV M2 gene was
successfully constructed and the good efficents of transfection were found by fluorescence microscope. Conclusion: The successful
construction of the pshRNA recombinant plasmid targeting the M2 gene of RSV will help futher study on application of the RNAi
technology to anti-RSV infection.
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FIH U6 J3 3 THIFURL Pgenesil-1 R ERKERKFEF LR
FRXFR SR Sk 1+ BOWE ; KB AT B DHS o \ AWRIE B KZ
AR Hep-2 AL ER{E,

1.1.2 FEiXH T,DNA E8E. BHEAYIE BanH 1 |
Hind 1 % F TakaRa A RA R . MEFEBEERERNEAWT
promega /AH],DNA EEIRA A M THM Viagene A 7], K&
FREBUR A &M T #E Qiagen AR, ik Lipofec—
tamine™2000 4 F Invitrogen A ],

1.1.3 shRNA B9t #RHE Genebank # RSV #R#EHK A2 £k
M2 EEMEEFERFY) ( EE %S M74568 ) #1 shRNA #Ji%
THEME, 4% 4555 RSV-M, ZE A/ mRNA, AR IFERF T
W FRFESIHFENHFF], 255 19 ~ 21nt 89 M2 BH %
BRZEM I = %HE SRR , 35 BLAST &K
AT RIRATIESS R RSV RS, RALESRY
LA BRI, £ KB XE DNA, EHRIPM
kG 5 WA B — A BamH 1 BEYI AL LLSES
YI%5E, 3 WA Hind I BSEI0I 85,5 SR 19 MEH
BRAIIE L8, PELL 9 M HBE AR TTCAAGACG JE 23k
R, SN 19 MEHFRAR U, 3 WA REILE
&% TTTTT, AFi%it# shRNA FFFIE EGETARER, =
bopz 2 ksl R

73 1:
sense:5-GATCGGAGTATGCTCTTGGTGTAGTTCAAGACGCTA
CACCAAGAGCATACTCTTTTTA-3’
antisense:5-~AGCTTAAAAAGAGTATGCTCTTGGTGTAGCGTC
TTGAACTACACCAAGAGCATACTCC-3'

3 2
sense:5—~GATCGGAACACACTATATTTCAATTTCAAGACGATT
GAAATATAGTGTGTTCTTTTTA-3'
antisense:5—-AGCTTAAAAAGAACACACTATATTTCAATCGTC
TTGAAATTGAAATATAGTGTGTTCC-3’

£33
sense:5-GATCGATCCATTGGACCTCTCAAGTTCAAGACGCTT
GAGAGGTCCAATGGATTTTTTA-3'
antisense:5-AGCTTAAAAAATCCATTGGACCTCTCAAGCGTC
TTGAACTTGAGAGGTCCAATGGATC-3'
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123 W% pshRNA7816 R XM SE LI H YIERA
12 fLAR 89 HEP2 # M & 80%~90%iC & B , RS i 4 %%
P3R5 Lipofectamine™2000 1. 8H F e sk A ks, S e 3
XHAERLMEN DMEM, I oh S-S MENIEHRE,
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A = BETOCMRE SARK, B3 aR AR ES
IV RE,

2 & B

21 FHERBEGBEE

HEA R BamH [ BEYIL A ER, HORRES
BamH I Y3F, (AR FF3F4R , (R BT LA Hind 11 B8]
k1 4848bp BYZRHE{L DNA HBt, 254K pgenesil-1
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pshRNA7816
CTCAGTAGTAACTTGTTCATTGCAGCTTATAATCGTTACAA

psh
L

CCGCGTCOTTTCCACAAG ATATAAACK
ATACTTTCAAGTTACGGTAAGCATATGATAGTCCATTTTAA
AACATAATTTTAAAACTGCAAACTACCCAACAAATTATTAC
TTTCTACGTCACGTATTTTCTACTAATATCTTTCTGTTTACAL
TCAAATTAATTCTAATTATCTCTCTAACAGCCTTGTATCGTA

TTCGTCGACTCT!
AGTTTTTTGCGGTCL

SACGGTCLCGTAAAGCAC

CCOCTAAAGGGAGCCCCOCGATTAGAGCTTCACCOGGAAAGE
COGCGAACGTCGCCAGAAAGGAAGGGAACAAAGCGANAL
G

PshRNAR260

GTCGTTGTTAACTTOTTTATTGCAGCTTATAATCOTTALAAA
TAAAGCAATAGCATCACAAATTTCACAAATAAAGCATTTTT
TTCACTGCATTCTAGTTGTGGTTTCTCCAAACTCATCAATGT

ATCTTAACG
TTTCAATCCTCTTGAA ATTGAAATATA
GCOTCCTTTCCACAAGATATATAAACK

TCTAC
AAATTAATTCTAATTATCTCTCTAACAGCCTTGTATCGTATA
TGCAAATATCAAGGAATCATGGE !
COCCACCTTGOOGOGCGCTCOGCGCLLGOTEACGE
ACGTCGTGOGTTTTGCCTGCGCOTCTTTCCACTOGGOGAATT
COGTCOCACTCTAGACACTACGTGAAC TCACCCTAATCAAG
TTITTTGGGGTCCAGGTGCOGTAAAGCACTAAATCGGACCO
TAAAGGGAGCCCOCGATTTAGAGCTTCACGGGCAAAGCCG
GOGAACGTGOOGAGAAAGGAAGGCAAGAAAGCGARAGGA

PshRNAR330
TCATCTCGAGCTAACTTGTCCTATTGCAGETT.
CAAATAAAGCAATAGCATCACAAATTTCA

ATGTATCTTAACGCOCTCCCGGGAAGE ATTG
GACCTCTCAAGCGTCTTCAACTTGAGAGGTCCAATCCATCG
ATCCL TITCCACAAGATATATAAACCCAAGAAATC
CAAATACTTITCAAGTTACGGTAAGCATATGATAGTCCATTT
TAAAACATAATTTTAAAACTGCAAAL AAGAAATTAT
TACTTTCTACGTCACGTAT ATATCTTTGTGTTTA
CAGTCAAATTAATTCTAATTATCTCTCTAACAGCCTTGTATC
TATGCAAATATGAAGCAATCATGGGAAATAGGCCCTCT
TCCTGUCCG TTCGCGLGEGETC
COOTCACCTGOTCCOGTTTTCCCTCCGCGTCTTTCCACGG GGG
GCAAATCOGCGACTCTAGACACTACGTGAACCATCACCCTAA
TCAAGTTTTTGGGCTCCAGGTGCOGTAAAG
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