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Construction of the promoter indentifying plasmid with GFP

reporter gene and identification of the promoter activity of HCV 5'— UTR
CHEN Weixian, et al
(Key Laboratory of Infectious Disease, Institute for Viral Hepatitis, Chongqing Medical University )

[ Abstract ] Objective: To construct a promoter identifying plasmid with GFP as reporter gene, and then identify the promoter activity of
HCV 5°— UTR with this construct. Methods: In order to construct the promoter identifying plasmid with GFP as reporter gene, the frag-
ment of EGFP was obtained from the plasmid pEGFP - NI by restrict enzymes digestion. And this fragment was combined with the lar-
ger fragment of plasmid PGL3 enhancer digested by the same enzymes. The fragment of HCV 5°~ UTR was obtained by PCR amplifica-
tion and inserted into the promoter identifying plasmid. The structure of constructed plasmid was confirmed by electrophoresis analysis
and DNA sequencing. The function of construct was confirmed by lipofectamine — mediated transient expression in HepG2 cells. Re-
sults;: DNA sequencing showed that the inserted fragment of the constructed plasmid was the same as the template HCV genome. The
HepG2 cells transfected with promoter indentifying plasmid nearly didn’t express the reporter gene of GFP while the plasmid with HCV
57~ UTR could express the GFP gene. Conclusions; The results showed that the author successfully constructed the promoter identifying
plasmid with GFP as reporter gene. The fragment of HCV 5°- UTR could behaviour as an eurakocyte promoter in HepG2 cells.
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Jfi%i pEGFP - N1, pCDNA3.1( +),PGL3 enhancer RE
IRERACER BT R BT ORAF R R, & HCVIa B4
¥ cDNA JFi¥i HF/L f 2 [ rocofeller university fJ Rice #(#7
Wh3%, BRI LM VIES Hind T, Xho I ,Xba I Fil Neo I, BifE
BSMERE ( CIAP) | 753585 & IM109 B8k 4 promega 4% 72 {it,
PCR 2 Ji i 7| 5 A7 Takara 2\ &] 7 i BORL/) B il 82 345
& ,PCR 7=y 4l fb B e FISGR ) & Omega 7 i, 40 Ml 5%
#e F RS [ifA Lipofectamine 4 Invitrogen 23 7] 7= i . HepG2 4
Mtk A P B R 2 A B AT R B ST AR A7 T 3243t 4
b St e o o (| R Do R R suk (£ Wl T. PO = N L 3 - | P B S A |
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1.2.1 #F GFP it B IH WS 30 7% % 50k pEGFP enhancer
FIFIEE 4ni& 1,8 pEGFP — N1 1 pCDNA 3.1( + ) A Hind Il
F Xho T TUEFY], 43 51 B/ 7 HIK -7, LA T4 DNA jE 3
B 3519 MR pCDNA 3. 1( +) - EGFP, 545 3 i bz
PCL3 enhancer ff] Hind Il f1 Xba T XEFY, 43 5l 1814/ B B
KoK F e, LE S MESE S5 18 OB pEGFP enhancer.
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B 1 JRHL pEGFP enhancer I HE R KL R
1.2.2 & HCV5'- UTR W33k b o Hy gt
1.2.2.1 598t 5am B4 HCV 1a RIZE AT, %
HEB—* %514, L3[4k 5’ - CTAAAGCTTGC-
CAGCCCCCTGATGG -3 , &7 Hind M B840 &5 F 519
5" - AACAAGCTTGGTGCACGGTCTACGAGACC -3’ , iR

#A HindESI AL 25, 534724 HCVI - 341bp K i (5

-UTR) . 5I¥yeh EHE I s A 22 Rl
1.2.2.2 PCR ¥ RJGIKFR:25ul,10 x PCR buffer (&

Mg’*) 2. 5ul, dNTP (2. Smmol/L each) 2ul, I F #5149
(10pmol/pl) % 1ul,HF/L FRR AR (20ng/ul ) 1 ul, pyrobest
BRELES 1U, DH,0 #p 2 25l RN £ R : 94°C B
Smin;94°C A5 30s,58°C iR sk 30s,72°C E{ 30s, JE A 30 K
f& 72°CZEH 10min, P 347=H1H 1. 5% SRR BE B AL ik , R
I

1.2.2.3 FREHE PCR =¥ PCR =¥ ai{b il | & 4l
1k, alifk =4 Hind 34 1L, Bk A PCR P46 00 &
aifb #1785 B B, # 4K pEGFP enhancer ] Hind Il 3
1k ELSGRA R & ik e P RS R A AL 3, B 5 o B
Bk, Pk eliAL G SRS T4 #AY PCR P4 i, %Y
BRI Z A IMI09 403, 3 M 2 LA AR 37T C R TR
7.

1.2.2.4 Fif%E  PRECLA PR EARKAHBDEEZE LA
WA EEFR R 37°C , 300/ min FBHEEE3E 16h, B Iml 0B FEH
Ik, 10000r/min 2.0 30s, 3% L3F , A 30l By & i
FIKEE(25: 24: 1), EEEE.L 2min, B 10pd FIFHA
LI LA BRRVEXT R BT PR R A B D B R IRUTOR,
FE4G R Neo T BEY), LA EH A T BAEA J 0]
1.2.2.6  F40 43 FIBUE B 3 A 09 B 58 B AT
DNA 54347, ti 1 M0 B A w1 58 o

1.2.3  FOBfE M RIA

1.2.3.1 #ifakEsF  HepG2 MR AR h E IKER ¥
B RO TRAE IRt R 1640 BE3R 5, WA 10%
L, HEE 100U/ ml, % £ 100U/ml, 7 37C,5%
CO, &M T TR BA%E K.

1.2.3.2 FUki¥Y  HepG2 AFE 4 ME4ER T 24 FL4R,0.5
x 10° /%L, 1% 90% M M i & /5 , % P B8 J5 {4 Lipofectamine i3,
REHATEY, B BEE, SILARERKEESR
2pl, BB 1pg.
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2.2 4 HCV B3 F R e Rk Faaeid
2.2.1 HCV5'-UTR F & PCR 58  Higg|
YLt , PCR RE 438t 359bp (7= 47 (0048 W i
HIBE AL s R /AP AL ) , 5881 HCV 57 JE#E
X, i 3 B ., PCR P9 B 5 B0 —3L,
2.2.2 [AMEERERYILE PR 10 5 MOk
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Neo | BUIAE LT, 1046 A W7 83bp {2 B 47— Neo
AU B SE TR Neo | OB 0] 7= 2
P W 1 160l AT 4190bp + 312bp, 52 1746 A
i A7 4365bp + 137bp, pEGFP enhancer 4 4161bp,
NP 4 AT, SR 1,3,4.6.,8 By iF iR AL i 2
5,7 Wk B Ad A
2.2.3 PSSR PRIROEEE 1 fl2
ST AT BT S DNA SE -8 Al
HCYV HCY 5 = UTR — GFP enhancer{ + ) Fl HCY
HCY 5= UTR - GFP enhancer( — )
3.3 AR b ko Rk

Jif pEGFP — N1, pEGFP enhancer, HCV HCV
5= UTR - GFP enhancer{ + ) ,HCY HCV 5= UTR -

‘e BT

AT I F
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400bp
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R DMNA marker
Lane 1-8 : plasmid1-8 digested by Nca |
Lane 9: pEGFP enhancer digested by Nca |
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R R P S 8 R o8l i
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