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MCFZ
FoxAl FoxAl MCF-7 . ( Lentivirus)
FoxAl ( Rerrovidae)
EX-1010-1.V201 PCR Lipo- 7 ( Lentivir—
fectamine2000 293T
us vectors)
Real-Time PCR
MCF7 FoxAl MTT X X
FoxAl A
PCR FoxAl °
FoxAl MCF FoxAl ~ MCFF
« MTT ER( +) o
FoxAl MCFZ 1
FoxAl
MCF4 FoxAl MCFZ 1.1 ( AIRTECH
) ( Nikon ); CO,
FOXA1'346  MCFT; ( Thermo ) + Rotor—
R
gene Real-Time PCR  ( Qiagen ) ; GIS-
A 1000 - 1492(2016) 06 — 0822 - 06
2009 ( );
( ACS) 2014 MCF=
235 030 ; DMEM + 10% FBS. Trypsin-EDTA
62 980 40 430 1 Solution ( 0. 05% TrypsinEDTA) ( Corning
64 640 2 ) N DMEM ( Gibco
) ( Sigma )6 (
BD ) ;293T \ Lipofectamine2000 . RNAzol RT
RNA Isolation Reagent: GeneCopoeia ( Cat. No.
. FoxAl( Forkhead box Al) Fox EO01010A) ; First Strand ¢cDNA Synthesi‘s Kit: GeneCo-
3 3( HNF3a) poeia ( Cat. No. C0210A) ; All4in-One™ Q-PCR Mix:
4-6 FoxAl GeneCopoeia ( Cat. No. AOPR-0200) Primer synthesis
( Invitrogen ) ; M-MLV dNTP
( PROMEGA ) ; OligodT( )
luminal FoxAl Marker( Fermentas ); Age I (
NEB ) EX-Z1010-
LV201. Lentivirus— : LPZ10104.v202-C0010+
2016 -03 -04 LP-NEG-.v202-0200 ( ) ; Annexin V-
(- F1308085QH1S2) FITC Apoptosis Detection Kit (
230601
Beckman ) o
Fomail: 1.2 MCFZ
120164@ 126. com DMEM ( 10% +100 pg /ml
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100 mg/ml ) 37 °C.5% CO,

1.3 FoxAl
1.3.1
GCGTGTACGGT3~
CAGAGGC37,
1.3.2

:5°-GCGGTAG-
: 5°-CTGGAATAGCT-

PCR
EX-Z1010-LV201
o Afl 1T

Not [

rFoxAl

o 2 4 <C
PCR
1.4 12 pg EX-Z1010-
LV201 Opti-MEM
DNA-Lipofectamine 2000
20 min 293T
37 C5% CO, o
6~8h
37 C.5% CO,
4 000 r/min.4 °C
pm 40 ml o
25 000 r/min~4 °C 20 min PBS
4 . 15w
-80 C o 10
6 293T
DMEM 3 PBS

36 ~48 h.
0.45

10 min

1.5 MCF4
6 2 ml DMEM
( 10% FBS. - )
5% CO, 37 C 24 h, 24 h
LPZ1010-45202-C0010 50 pl LP-NEG-
1v202-0200 20 pl MCF7
37 C.5% CO, 48 h. 48 h
6 ( 6
1 ) 2
DMEM ( 10% FBS.
_ ) .
12 d(

pg/ml

2 wg/ml)

1.6 FoxAl
1.6.1 RNA (5~10) x
10° 1 ml TRIzol |
ml TRIzol 200 pl
15 s 2 ~5 min

15 min

450 wl(

12 000 r/min-4 C

1 ml TRIzol )
600 wl
-20 C

10 min,

30 min 12 000 r/
min.4 °C 500 wl
75% 12 000 r/min.4 °C 5
min o
30 ~50 pl DEPC

-80 C o
1.6.2 First Strand ¢DNA Syn-—
thesis Kit cD-
NA 142 °C .30 min 95 C
4 C 5 mino
1.6.3 Real-Time PCR cDNA

Real-Time PCR : 95
°C .5 min 95 C 30 s 60 C 15 s

40 SYBR Green

Rotor-gene 3000 R 9 -Aac
. 2 - AACt

5 min

=2—(AC1 —ACt )

3 3 .
FoxAl MCF4
LP-Z1010-
Lv202-C0010 LP-NEG-H.v202-
0200 5000 / 96 5
9 | 37 °C.5% CO,
24.48.72.96.120 h 1
20 pl( 5 mg/ml) MTT 4 h
150 wl DMSO

1.7 MTT

10 min 490 nm
( optical density OD) 3

1.8 FoxAl
50 000 / 6
AnnexinVFITC Apoptosis Detection Kit

MCF4
72 h

LP-Z1010-1¥202-C0010
( LPNEG-Lv202-0200) (An +

PI -) (An+PI+) 3
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1.9 SPSS 17.0

2

2.1 FoxAl rFoxAl
1 000 bp 2000 bp 1 400 bp
1,

M 1 2 3
1000 bp
2 000 bp
1 rFoxAl PCR
M: Marker; 1.2.3: rFoxAl

2.1 FoxAl FoxAl
EX-Z1010-1.V201
2.3,
2.2 MCF4 FoxAl
2.2.1
4,

2.2.2 Real-Time PCR
Real-Time PCR

710104v202  FoxAl LP-
NEGH~5202  46. 19 1o

ALT-€

_SLIR

(usrsv (3—Amp (3—— pucori [

Xh Not
CMVPromoter____Xmnl __ ORF SOOI, NGl
———}——— e— TTGGAAGGAGITCGAACCATG TACCTCGAGTGCGGCCGCA
Nep V
Backbono ond ‘Backbone start
Myc  Svd0 ¢GFP  IRES PURO

2 EX-71010-Lv202

1 Real-Time PCR

FoxAl FoxAl
Ct Ct
GAPDH
(FOXA1) ( GAPDH) (ACt) (AACH)  (2-2acy
25.87 18.59 7.28 -5.53 46.19
LP-Z101045202-C0010
3.58 19.77 12.81 0.00 1.00
LPNEGH%202-0200
(MCF4) 38.24 23.86 14.38
2.3 FoxAl MCF4
MTT 2 (t=20.280 P<0.01) . 3

(¢=9.473 P<0.01) . 4 (t=12.742 P<
0.01) . 5 (t=8.892 P<0.01) FoxAl

GAPDH FoxA1l mRNA FoxAl
5. MCF3 (t=4.472 P
2.2.3 FoxAl pEZ- <0.01) 6.
Lv202 LP- 2.4 FoxAl MCFZ
A B C
DNA Ladder 100 DNA Ladder 6 000 DNA Ladder 15 000
B123AC
mass(ng) bp mass(ng) bp mass(ng) bp
43 20 6000 20 15 000
B B e
4000
T 1000 % 5300 7 700
19 1000
26 900 25 2000 20 6 000
23 800 15 5000
20 700 35 1500 40 400
17 600 15 1250 ?(5) g ggg
19 500
25 400 4 1008 24 2000
12 300
13 200 17 750
23 100 10 500 15 1250
(please use Sul per time) (please use Sul per time) (please use Sul per time)
1.5% Agarose,8 cm length gel 1% Agarose,8 cm length gel 1% Agarose,8 cm length gel
1XTAE;6V/cm,50 min 1XTAE;5V/cm,60 min 1xTAE;5V/cm,60 min
3
Lane M: 100( A) .6 000( B) .15 000( C) bp DNA Ladder; 1: EX-Z10104v202; 2: EX-Z10104v202Notl 3

(7 872.1 036.1 171 bp) ;3: EX-Z10104v202 Afl 1I

2 (2960.7 119 bp)
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5 Real-Time PCR GAPDH FoxAl
A: GAPDH ; B: GAPDH ; G
FoxAl » D FoxAl
12
—A- LP-NEG-Lv202-0200
k%
1.0 F - LP-Z1010-Lv202-C0010
0.8
%Il 0.6
(®)
04
02 F
0 1 1 1 1 ]

I (d)

6 MTT
LP-Z1010-1v202-C0010

(n=3 x+s)

$ ¥ P <0.01

LP-~/10104.v202-C0010
LP-NEG-1.v202-0200 (5.10 =
0.37) % (3.50 +0.26) % FoxAl
MCF (Z=-2.309 P=
0.021) 7.
A
1000 -
100
2 10 4
1 =
-1 o v . . .
-1 1 10 100 1 000
Annexin V-FITC
B
1000 A
100 -
A 10 A
1 -
1 : : :
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Annexin V-FITC

(n=3 x+s)

A: LP-Z1010-1v202-C0010; B: LP-NEG-v202-0200
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Overexpression of FoxAl by an adenoviral vector and its effects

on cell cycle and apoptosis in MCF-Z human breast cancer cells
Zheng Lu Tang Tong Qian Bo et al
( Dept of General Surgery The Second Affiliated Hospital of Anhui Medical University Hefei 230601)

Abstract Objective To investigate the effects of FoxAl overexpression on proliferation and apoptosis of human
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breast cancer cell line MCF- by constructing highdevel expression vetor FoxAl for MCF cell line. Methods
FoxAl gene was amplified by PCR to construct the recombinant shuttle plasmid EX-Z1010-1.V201. After DNA se—
quence analysis the recombinant lentiviral package plasmid was transfected into 293T cells by Lipofectamine 2000
to construct packed lentivirus. Stable transfected cell lines were selected out by puromycin. The FoxAl protein ex—
pression level of stable MCF-7 cell line was detected by real-time PCR method. Differences of cell proliferation and
cell apoptosis between FoxAl overexpressed cell line and empty vector cell lines were determined by MTT assay and
FCM. Results The recombinant FoxAl lentiviral vectors and packed lentivirus were confirmed by PCR and DNA
sequencing and MCF-7 cell lines transfected by packed lentivirus which stably overexpress FoxAl were successful—
ly selected. MTT and FCM results presented a significant decrease of cell proliferation in human breast cancer
MCF- cell lines with up-regulated FoxAl. Conversely more obvious apoptosis was presented in MCF-7 cell lines
with up—regulated FoxAl than the control group. Conclusion FoxAl is successfully selected and MCF-7 cell lines
are transfected by packed lentivirus which are stably overexpressed. FoxAl is involved in some important intracellu—
lar process of breast cancer cell line MCF7  such as cell proliferation and apoptosis. This research provides a valid
evidence for further investigation on its mechanism.

Key words FoxAl; lentiviral vector; MCF-7 cell line; cell proliferation and apoptosis



