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DR AS49 B KA. Ak HBE GenBank b AIF ) mRNA F 34 F 51 9. L A549 41 &
RNA J#itz ,RT-PCR 3% ATF JelH . JFH TA bk ok ATF B3 H & 83 pUC-T #ik, 17 XA U Al DNA
T 48 7 5 T B 1 R B T L3 A B A% 3 3k 44K peDNA3. 1(+) Wy gt f 4 ikt AIF-pcDNA3. 1(+), )5 . ¥
ATF-pcDNA3. 1(+) $:4e A549 4l ,RT-PCR fl Western blot Kiill#% Y 40y AIF EH M F£ik, BR Wy H
617 bp 1y AIF HAEE R BLF 8 pUC-T a5 )5 M B Y BoIE 5 B8 R 8 3K peDNAS. 1(+) # %,
DNA J¥ 3 5 87 7R, 3 $2 75 B £k ik L 3L A Bt 5 GenBank Wi () AIF 73 58 £ W) 4. RT-PCR Al
Western blot il 45 H B s 44 T AIF-pcDNA3. 1(+) ) A549 40 ffi ATF mRNA F1#E H £k K EHm T R Yy
MM (P<<0.05), & MMM T BB RBEAK ATF-pcDNA3. 1(-+H) 55 YL 5 BEGS 76 A549 4Nl h ik .
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[Abstract] Objective To construct the eukaryotic express vector containing apoptosis-inducing factor (AIF)
gene and to study its expression in A549 cells. Methods According to the GenBank AIF mRNA sequence, specific
primers to amplify AIF gene from lung carcinoma cell line A549 by RT-PCR was designed. The amplified AIF gene
fragment was cloned into plasmid pUC-T by TA cloning, then double enzyme digestion and DNA sequencing were
used to identifying the positive recombinant AIF-pUC-T. The target fragment was retrieved and cloned into the
eukaryotic express vector pcDNA3. 1 (+). The positive recombinant AIF-pcDNA3. 1 (+) was transfected into
A549 cells, and expression of AIF gene was verified by RT-PCR and Western blot. Results AIF target gene was
successfully amplified and cloned into the pUC-T. The target fragment was retrieved and cloned into the eukaryotic
express vector pcDNA3. 1 (+), and it was completely coincided with the AIF sequence in GenBank suggested by
the result of DNA sequencing. Showed by the results of RT-PCR and Western blot, AIF gene expression in A549
cells transfected with ATF-pcDNA3. 1(+) was much higher than that of control cells which was not transfected
with AIF-pcDNA3. 1(+). Conclusion The AIF eukaryotic expression vector AIF-pcDNA3. 1 (+) is successfully
constructed in A549 cells and it could be experimental foundations for further study of AIF gene.
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B AL s A RAE G E. Zo N A 35 8 5E 5 [ i
K F £ (Gel Extraction Kit) g f OMEGA /A ] 5 fR
TIVEAZ R NV BE BamH 1 (EcoR 1 . T4 DNA 4%
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pcDNA3. 1(+) FAZ R IR AR o DU K22 P55 —
B J 15 o i 25 A 9% 51 B s TRIzol i RNA 2 U
I B o A Y5 1ipo2000 g H Invitrogen 23 ] 5
52 E-B-D-f AR ik g 2 FLBE FF (IPTG) #1 5-3-4-
-3 WE-R-D-2F FL B HF (X-Gal) W [ A A A 190KS
BeRl 4 A BR 2N 7] s AIF PolyClonal Antibody (%¥7
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PR E AR 0 1L E BT L 1lgG(H+1L) 1 [ Proteintech
oA s ATF 40 (AR E AR 0 1L E B 1gG(H+L)
2 1A W P ORZ A 4 aE R Ab 2R RO
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1.2 AIF S|B9 &R
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AF100928. 1, /] Primer 3| ¥tk 5. 0 #E471%
T ok T RO R B A R 815 4
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A549 21 I BE A KT S RS B0k 10 %0 /AR
175 % DMEM #5323 w1, 78 37 °C,5%6.CO, , 1 i

Forward Primer: 5'-
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NN IR . BOIRE RAFr 4k T35 FoE K
) A549 40t . 2% FH TRIzol 257 28 f# v 32 B 40 it B
RNA, I8 HIE TR IR — 2B (DEPC) K,

0 A s a0 8 U0 I 4R AR L LU BRI AS49 4N
JLEL RINA Ay 45 R 47 306 5% s 2 07 15 1) cDNA, i
PL eDNA it . 471 AIF H YR . PCR [ 2%
.95 C WA 5 min—>95 C , A8 45 s—>57 CiR
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il 48 ORI SR VI, i U0 BH PR 09 58 BE AT DNA U JF
AT K DR OIE AR R AL R KL Ay 4 Ok ATF-
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1.7 RT-PCR #ll AIF mRNA fyRiA

W e L I 19 ASA9 20 N A e Y 20 L AE TR] — 4%
PR i S RNA, iz FAE R 519 6T ATF H 1 5
PEATY 48, LN 2 2L X B-actin fE X4 BE, 20 g/L
T e v B i L Uk 5 UV B e i AR & 48 A 3
Image J BRI A A4 20 Br 45 2R . LA ATF mRNA Al
A2 4 L TK 25T 00 48 %0 BR 3 06 % B2 (integrated
optical density, IOD) Z It rIOD Jz Bt AIF mRNA
1 AH X Tk 1t

AIF 5|%¥j[[ 1. 2,p-actin 5| ¥ Forward primer:
5'-CGTGGGCCGCCCTAGGCACCA-3',
5-TTGGCCTTAGGGTTCAGGGGGG-

Reverse
primer:
3,
1.8 Western blot #&il] AIF EH KA

BORZS R AFHY AS49 g AL g T ATF 20 i
KL AS49 20, Fie AR TR 75 25 42 W40 M 5 2 . R
FEM AT 30 pg, LA 5 pL MR Ar F 3t Wil 44 marker 2y
X B L AT 5 TR I L K (SDS-PAGED , J5 % 2 19 4%
LR R RS R A A R L B AW E S . UL ATF
BB — P, BAR B AR 0 10 E BT 1gG (H+ L)
h YL T iR E L ECL B 6, FRENIT X A
W't . Tmage] L 73 B B0 43 B 45 21, 0 8 26 11 2%
R4 % FL 0 K B {H (integrated gray-scale value,
IGV)., LI AIF fIN 2 B-actin 2 H 257 ) IGV 1L
{H S W 5 20 i bk ATF 25 A X 3Rk 6
L9 FHitFEFE

TR o ts T AR R 15,
a=0.05,
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2.1 A549 {HAf & RNA 2EUR AIF E Ry 1

AIF HRYEE P 1 45 R WKl 1,78 500 bp &5
750 bp Z MM B T M WA ST, 5 B R B (617
bp) K/NHAFT
2.2 TAEE

W 1 11 BRE 977 36 7 ML 2] 4 °C 7K AE 30 min IR
S5 BEALPREE O A FBEY K KE 5% 5 $2 B0 R i
A7 XUBU) 250 BERC LUK 25 R WL 2,1.2.8 F1 9 5
BT K/NER B B (617 bp) (Y HLTK 4%
o K25 8 S TE MY L B 3 A5 R A AR
KW B 5 AIF B F 556 2 AHA. KA
AIF HWEHE W T Zkar 248 AIF-pUC-T,
2.3 AIF-pcDNA3. 1 ERZREH ik

H R B5 3E Y G i 3 Rk 2k

(bp)

750

500 (617 bp)

1 AIF BRIERE PCR ¥ %R
Fig 1 Amplification of AIF target gene

1: AIF target gene; M: 2000 bp marker

2 TARENEBIIELERE
Fig 2 Double enzyme digestion by BamH | and EcoR [ of TA cloning

A The fragment of pUC-T vector; B: The fragment of targent
gene; M; 5000 bp marker

peDNA3. 1(+) HE# 5B EZ S H . E 10 4
TR 1 i 4 TR, SR YI S L UK A R DL 4L BR T
S WA, Hog 9 SR R RE Y R 45 & H Y
BER/NBYTE M 4674 . 1% 4.5 S HPEfT DNA F514>
B 25 R BRI A LR R IR BRI B 5 AIF
BB Wy 5 5% 2 & (B 5), &8 AIF-
pcDNA3. 1(+) HAZ Rk s A0 8 il 1) .
2.4 EHARMNESLE AIF mRNA RiZEH4K N

ULIE 6,4 750 bp 5 500 bp Z [H] H 8L T I M 4%
LR AIF JEH 5S84 ). e s 240 i 1)
AIF mRNA ik (1. 34 0. 27) & T K5 YL 40 iy
(0.40£0.0D, ZRHAGITFE L (P<0.05),
2.5 Western bolt #&ill] AIF & B &Xi%x

VLI 7, e E 4 Bk ATF-peDNA3. 1(+) J5
M) AS49 4 ATF 8 1 #2385 (10. 31£0. 76) 5 T
YL IR (4. 6740.52) . Z R Fit ¥ E X
(P<C0.05),
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|

Wi HMNA i Mﬁhl

B3 TAREEBEMARNFEIE
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Fig 3 Target fragment DNA sequencing of TA cloning

B4 1~10 S E AR NE IRk
Fig 4 Recombinant plasmid digested by BamH | and EcoR ] (M:
5000 bp marker)

52 50 70 no a8 190 310 320
ATCCCCACE ACCAL TTTGTCCCTGAGOTACAAGATGACACC TTTGCEGTAGTCCTCCCCETEOACHOGAGECTGTOG &l

W W Ul 'r" W

B 5 AIF BREE R B DNA WU FF B i%
Fig 5 DNA sequencing of target gene fragment

M 1 2

(bp)

AIF
(617 bp)

B-actin
(285 bp)

6 RT-PCR & E A RAEE ST AS49 AR AIF mRNA ik
Fig 6 Expression of AIF mRNA in transfected A549 cells of checked
with RT-PCR
1. Ttransfected A549 cells; 2: Non transfected A549 cells; M
5000 bp DNA marker

(M X109
57 AIF

42 B-actin

& 7 Western blot # Il /5 4k AIF & 5 R i%
Fig 7 Expression of AIF detected by Western blot
1: Non transfected A549 cells; 2: Transfected A549 cells
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