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Analysis of the effect of pcDNAS3.1 on house keeping gene expression
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(Key Laboratory of Molecular Biology on Infectious Diseases ,Ministry of Education , Chongqing Medical University)
[ Abstract ] Objective: To investigate the effect of pcDNA3.1 vector on housekeeping gene expression and set guide to further study work in
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using pcDNA3.1. Methods: 5 cell lines were transfected with
pcDNA3.1,48 h post transfection total RNA was extracted and
applied for real time PCR to detect the RNA level of GAPDH

B ~actin,18sRNA difference. Meanwhile, extract total protein and

BRI T LA Z BRI i B 5T, £ 85 AR
FERBK S R p 89 DC ARPUFEEN S AN DC PiFhERI,
BATAYL I G BT HBsAg #Pii 9 DC R B b
) B W T BT R PR RE I 3R B0 MHC ZERR I CTL RS,
FH DC & B4 R H PS40 S % v & 1 BE 119, HBV
R CTL BRI MR R BN EERE,
T8 HBV RYe#H DC MHLIFR E T A Bers , ARG
BHEHERNESEREIIAN GRS, 51 CTL MERE,
A ELH o, FATH HBsAg Wit 89 DC 4% %) HBsAg-DC %
B, 0725 MR ARSI S B8 TS 1, th R B Bt AL v
DC MIRBRA . B FEAD R T 4145 R Th B4 3
WmIEM.

2 £ x &

[1] SuW]J, HoMC,NiY H, et al. Clinical course of de novo hepatitis B
infection afier pediatric liver transplantation[J}. Liver Transpl,2010,16(2):
215-221.

[2} Woltman A M, Boonstra A, Janssen H L.Dendritic cells in chronic vi-
ral hepatitis B and C: victims or guardian angelsJPGut,2010,9(1):115-125.
(3] YangJ Y,Cao D Y,Xue Y,et al. Improvement of dendritic-based

vaccine efficacy against hepatitis B virus—related hepatocellular carcinoma

by two tumor—associated antigen gene—infected dendritic cells[J].Hum Im-
munol, 2010, 1(3) : 255-262.
{4] Huang Y,Chen Z,Zhou C, et al. The modulation of thymosin alpha 1
in the maturation , differentiation and function of murine bone marrow—de~
rived dendritic cells in the absence or presence of tumor necrosis
factor—alpha[J].Int Inmunopharmacol ,2004,4(4) : 539-546.
[S] Fazle Akbar S M,Furukawa S,Yoshida O,et al.Induction of an—
ti-HBs in HB vaccine nonresponders in vivo by hepatitis B surface anti—
gen—pulsed blood dendritic cells[J].J Hepatol. 2007,7(1) : 60-66.
{6] Akbar SM, Furukawa S, Hasebe A, et al. Production and efficacy of
a dendritic cell-based therapeutic vaceine for murine chronic hepatitis B
virus carriere [J]r. Int ] Mol Med , 2004,4(2):295-299.
[7] Akbar SM, Horiike N, Onji M, et al. Dendritic cells and chronic
hepatitis virus carriers [J]. Intervirology, 2001 ,4(4):199~208.
(8] XTHA, EEW AMAMT MR ML 1 RdbR: ARTAE
th 4t , 2000.222.
[9] Carotenuto P, Artsen A, Niesters H G, et al. In vitro use of autolo~-
gous dendritic cells improves detection of T cell responses to hepatitis B
virus (HBV ) antigens []]. ] Med Virol,2009,81(2):332-339.
[10] Boonstra A, Woltman A M, Janssen H L. Immunology of hepatitis B
and hepatitis C virus infections(J].Best Pract Res Clin Gastroenterol , 2008,
22(6):1049-1061.

(FAEHE XBR)



EHREMKZFEH 2010 £ 35 %% 6 8 (Journal of Chongging Medical University 2010. Vol.35 No.6)

- 817 —

analyze the GAPDH and B -actin expression by Western blot.Results: RNA and protein levels all show of a decrease in 5 cell lines after

transfection , with the most obviously B —actin.Conclusion: pcDNA3.1 might have non specif inhibition effect to cell, when using pcDNA3.

1 for gene function research, it is not recommend to use 3 —actin as reference gene.
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1.1 bbb

S FAZH M & HepG2.HEK293 ., Hela.A549.QGY #1284
A% [ATARAE RS 35 T8 10%FBS &) MEM It 75 5% 3% 5
PEATHESE YRt 12 h ATl 5 < 10° BB B B A T
6 fLi . KH Lipofectamin 2000™( Invitrogen)i&ﬁrf%gé JEEY
£ . peDNA3.1{Invitrogen )4 w g/ 7L, JEFRIK 10 w1/ FL, 3 M8
Lipofectamin 2000™ #afE 3B B4 756 4y 045 4 h FHHIH
FEBEFAW , FERTRYRA 3 RER.,

1.2 #mi¥ RNA 3R % AL ¥ PCR %

MUY 48 h 5, & - RS SR , 81 Trizol 3R] (Tnvit—
rogen, USA )i AH 453 B RNA, SR FAJC RNA A DNA Ff
(Promega 2> &) I IR AR 5403 5 RNA LI ABREF 4 DNA.
B2 wg 5 RNA #5088 M-MLV #15% 15 (Promega ) 8 W] 453

¥4 cDNA, 310} cDNA JEWHIEAT 10 5 RV E A SChT 5E B-PCR
i cDNA T.4E¥ . PCR ifiid BIO-RAD /% &) IQ5 Real-time
PCR system #4758, 5I1¥FFINE 1, KA FR S B Real-
time PCR Master Mix(Fermentas )68 45 . 32 6. B PCR KL
1k % 20 ul, Syber Green mix10 pl._ kT #3514 (10 pmol/n) &
0.75 ul.cDNA 1 pl, BEKBEEBE TK 7.5 wl. LEEFRL
PCR I B SR B R BT :95°C 10 min( FARH:) FHEA
YEEF;95°C 15 s ( ZEME),60°C 30 s GB A R IEM) , HE 40 T
TEER . B BLEEAR Y B R I(R T . & 1Q5 B ATkl
BRI BERERNEAREMAE(CE).

1.3  Western blot %
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2.1 pcDNA3.1 & p4E £ 5 R FRrd mp it B AR
FYLIR 48 h, UM RNA #E1T real time PCR 6 , 38 i
BEAREYL (N5 Bkl DNA)RMIVE 3T IR, 2558 & 81 GAPDH.,
B —actin . 18sRNA 3 ff NS HE R A M N IR FERE TR,
HAPL B —actin & (P<0.01), GAPDH F1 18sRNA
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FER- 51
2.2 pcDNA3.1 ¥ B47#) B-actin FH Kk
EEEKERBMBRNE R 5HFRK VM, B -actin
HUFEIATE 5 R AR BB R EE ARSI, HaRakdess
E4H B85, T GAPDH 7R HZ ML AR (A 1),
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ElE Y ElL 2l AR (bp)
1] ;5 -TTC AGCTCTGGGATGACCTT-3"

GAPDH , 198
16 :5° ~-TGCCACTCAGAAGACT GTGG-3
iEJAl:5°~GTCGTACCA CTGGCA TCGTG-3"

B —actin , 180
SR I :5° ~TCTCAGCTGTGGTGGTGA AG-3
iE[f:5 -GTA ACC CGTTGA ACCCCATT-3’

18srRNA 150

JZ[5:5 -CCATCCAAT CGGTAGTAGCG-3’







