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Construction and identification of plasmid vector of microRNA on pneumocystis

carinii major surface glycoprotein gene’s upstream conserved sequence
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(Department of Infection Disease , the First Affiliated Hospital , Chongging Medical Universiry)
[ Abstract JObjective: To constructive and identify plasmid vector of microRNA on pneumocystis carinii (PC) major surface glycoprotein
(MSG) gen’s upstream conserved sequence (UCS),then we researched its effect after the recombinant plasmid was transfected into PC.
Methods : microRNA oligonucleotides targeting PC MSG-UCS gene were chemically synthesized and inserted into plasmid vector pcDNA?
6.2-GW/EmGFPmiR after annealing. then the recombinant plasmid was transfected into PC by liposome in vitro. The PC MSG-UCS
mRNA expression was detected by RT-PCR and the fine structure of PC was observed by electronmicroscope. Results : Gel electrophoresis
and DNA sequencing showed that the recombinant plasmid containing the correct and full microRNA oligonucleotide, and it could knock
down the expression of mRNA in PC in vitro, it could also destroy PC. Conclusion: The microRNA plasmid , pPC~UCSm, was constructed

successfully, and it could knock down the expression of PC in vitro .
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microRNA F3EEAK pcDNA ™6.2-GW/EmGFPmiR . £ &
g7 & BLOCK—TTMPol I miR RNAi Expression Vector
Kit with EmGFP R g4 Lipofectamine 2000 ¥ B Invitrogen
N F) s KA FFE TOP10 BBk B 3 K BE A} K2 IR e M 0 73
FHEYEESLRERT; RSN Xoa 1T Sa 1.
Hind W \EcoR 1 .TADNA % #:F§ .DNAmarker ¥ B TakaRa
AT BB O TR IR R & RO 2 o & 1
W R EFEA R, BRI &R & A L e
THYTRARAF; RT-PCR X7 &N Promega AT 5=,
microRNA oligo &% PCR 5|#JH Invitrogen 2 F& Ko
12 ZBF*
1.2.1 microRNA Fik# kM
1.2.1.1 microRNA FXEE MBI  #RHE PC MSG-UCS #
EFEFI (AF321555 ), $F 5% H 3k PR 40 S50 4R 5 X o7 4R - it
microRNA oligo /531, 45 BLAST #&if], 5 H ¥ PC ZEE M A%
FEETFEFEM . microRNA oligo £ K5 (3E 64 bp): IEXL 5’
—TGCTGAAATCTGGCCTATATGCGTCGGTTTTGGCCACTGA
CTGACCGACGCATAGGCCAGATTT-3, )& X 8% 5’ -CCTGAA
ATCTGGCCTATGCGTCGGTCAGTCAGTGGCCAAAACCGAC
GCATATAGGCCAGATTTC-3" , IE X8k 5° Rim 5 L4k 3" K
WS A REIEA YIRS Sd 1 Xba I BHEI0LA,
1.2.1.2  B%E oligo B A TENEE  H& UFHY oligo FIXNLZE
JREERR L 100 pmol/L, WA B 5 Wl IBS), IR KK FR : 100
w mol/L top strand oligo 5 pl.100 p mol/L bottom strand oligo 5
1,10 x oligo annealing buffer 2 w1, XFEK 8 pl,95Chn#H 5
min, BB Z R A REH 20 min, BB BEE oligo, T -20C{R
FER.
1213 FHTEE KRMEEZRIT W8 oligo( 10 nmol/L)4
ul.5 x ligation buffer 4 pl . FiAE & pcDNA ™6.2-CW/EmGF-~
PmiR 2 pl F1 T4 DNA ligase(1 U/ul) 1 pl, BFEIK 9 wl; KT
SR F IR T 30 min, B 20°CHA.
12.14 EHFR pPC-UCSm #4327 TOP10O FEE{L T
REdkit #ibo 2 4, MESETHBRZSARE 2 E, %k
S AR R A2 FAK peDNA ™6.2-GW/EmGFPmiR
£ 10 pl;IBSEREK EHCE 30 min, K5 42°CHEE 90,
BWAEK EHE 20 min; BE DA 1 ml LB ¥55R0U5 TR
E3TCHRGIFEF | h; BEEHBR TS 100 py/ml EXHFE
£ LB BUSEFRTAR b ,37CHESR 16 h 5 Z RS 84K TR
AR R I FE e A 1, T4 FURL pPC-UCSm FARA e A K,
HERBRBERN B ENFEE TH 100 uyml EFXEH
£H LB P, 37CIRGIEFRY 14 h, R AIRBCR A L
WAETEN RAF A, Ul R E
1.2.2 microRNA FAEH Fk pPC-UCSm HY 45
1221 MESEHE H EcoR 1 # Hind TNEEYIE
2 ik pPC-UCSm F125 BAK pcDNA ™6.2-GW/EmGFPmiR,
Rz Rt R,
1222 WFSERHARE EHFEBH Invirogen 2 T F
%5,
1.2.3 EH R pPC-UCSm ] PC Fik ks L
1.2.3.1 PCHFER BRI PCP /MRIITAL AL

BB 5 438 R otk PC, 5 4L iR FI I8 B {% Lipofectamine
2000, FE4H kL pPC-UCSm 4 pg, B 54iA 7 6 ul B LA AT
&, SEMEMA pcDNA ™6.2-GW/EmGFPmiR , 25 %] FR 4
ALY,
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ImProm— Il ™Reverse Transcription System #41T cDNA 55 —4
H& B, PC MSG-UCS #H ¥ PCR 3[4 P1:5’-ATGAGGAT
TGCATTTTTTG-3",P2:5’ ~CAATCTCATCTTGTGCTCCT-3" ,
TP #ASEEFRKNS Y P3:5 -CTAGGATCCGAATC
GTGCAAAAAAGTG-3" ,P4:5’ —-CGCGAATTCTTAAAGAATT
ATCCATACTCC-3’ , PCR SR 444 :94°C FAEHE 3 min,94°C
305.53%C 305.72°C30 s, fE3F 28 K, /5 72°CHEMH 5 min,
S RIFEHHET 1.0%3 BRI eIk
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™6.2-GW/EmGFPmiR Bk, /A 1.
2.2 EHEFBADF AR

BN EAFEENFERERSHIERN HNELHE
i Bt , 5%t DNA R BT FslEe—3, WA 2,
23 €4 5¥2 PC MSG-UCS mRNA # /2
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