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[ ABSTRACT] Aim To study the effect of apolipoprotein C (® promoter T A mutation at position — 190 on the transcrip-
tion of the apolipoprotein C (© gene and its relationship to the decrease of apolipoprotein C () concentration in plasma. Meth

ods Firstly, the expression vector pGL3 with — 190 T~ A mutant promoter was constructed using site- directed mutagenesis; Sec
ondly, the expression vector pGL3 with mutant promoter and normal promoter respectively was co-transfected with pRI-TK as an
internal control into HepG2 cells by liposome-mediated methods, and expressed transiently.  Thirdly, Both firefly luciferase activ-
ity drived by normal/mutant apolipoprotein C (&) promoter from pGL3 and renilla luciferase activity drived by TK promoter from
pRL-TK were measured by dual luciferase reporter assay system. Results The results showed that the T~ A mutation at po-

sition — 190 in apolipoprotein C (© promoter caused a decrease of 18.96% in luciferase activity compared with the normal apoli-

poprotein C (&) promoter.
base transcription activity of apolipoprotein C (&) promoter.
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Conclusions The T~ A mutation of — 190 base in apolipoprotein C (&) promoter region could de-
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RF & W B % B Invitrogen 2 7; WK X LR E 2
SR F| & B %[5 Promega /- 7 ; Fi L pGL3-Basic #¢
R pR-TK LA AFEFRAMKFHAZR
f; FUAL pGL3- control 1 E Promega /2 |
1.2 ERFT

HAZEFZTRMNENBEEE COBHTF-
104N REH#RTRE, MBEBANAFEFEREEE C
@B 3 T8 Bk pGL3 # e & 5 C @Y #ER, kit —
NEHEFERTNEALAELANNE Y510 1:5
GAATTCTCAGAGTGAGGGA™ TCCCTGTCACTTGAG3’ ,
2|41 2: 5° CTCAAGTGACAGGGAT™ CCCTCACT CT-
GAGAATTC 3’ , £ 4 MR E (W ESHATHRE
WE) . REAKRR S0 ML, 4 10x KB & H®K 5 WL,
JUAL DNA # AR 10 ng, 5147 1 A1 5|4 2 & 125 Vg,
dNTP mixture 1 HL( 10 mmol/L) , Pfu DNA % A F§ 1 WL
(2.5Mu/L) o 385 G895 CHEMH30s, K5
95 ‘CA& ™ 30,55 Ci K 1 min, 68 ‘CZ # 12 min,
E124ME3F. PCR ¥ % H 8 2 9 R & kL.
JFI PR %) & 7 97 88 Dpn ivl ML( 10 Mu/L), 37 CW¥ ¢ %
A DNA K 1 h, # N XLI-Blue R % A 40 jf1
BB 52, YT 07 8 PR EA T
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DA pGL3-control 77 FH M x¢ B8, F| A pRL-TK fi 4L /€
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B—#2RRESEE =K,
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erase Assay Reagent (5 LAR (5) , Y& B 20 UL 44 fg 4 f2
R EEEZBRA, RFEHENT VR, 3B & F
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HEE(KEM). RB TG, £ —mHFE F
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P BUZ A & P 5 R BUR pRL-TK 454 #y i8 B
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Figure 1. Electrophoresis analysis of PCR products
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[ pGL3 HAL KL D: KA HEE C OFR 3711 pGL3 HAFUR .
ar P< 0.01, 5IEWEIEEA C OR3)7 1 pCL3 HE A TR AL .

Figure 3. Mesurement of luciferase activities in HepG2 cells
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BHEEA C GEEEMT 19913.2, 5&EEA
E.CivRI C @ER— N EIEEOERN(HEEED
E/CivVC @C®Y . HMIFER ¢ ORERFERIREY
FEEIXNHF TR RER, E&EEDC
@F1 C GHER Z 8] #9 0. 55 kb X J& — AN 4 S 7Y
SEEBNT, HEEHEEA C R E . #,
JEEEE C ©EET(- 545/+ 18) 2 A TLIX: C @A(-
74/- 44) .C @B(- 102/- 81) .C @L(- 159/ 116) .C

TCARAGTGACAGGEGERTCCCTC
t

A: IEHH; B: =EBH.
Figure 2. DNA reverse sequencing of apolipoprotein C () promoter
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