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Abstract

AlM

To construct and identify pGL3-Basic-DAB2IP-
luc vector, a luciferase reporter gene vector
containing DAB2IP promoter, and explore the
regulatory effect of Snail on the activity of this
promoter in gastric cancer cells.

METHODS

The fragment of DAB2IP gene promoter (1000 bp)
was amplified by PCR and then cloned into
pGL3-Basic-luc vector to obtain pGL3-Basic-
DAB2IP-luc vector, which was identified by
restriction enzyme digestion, sequencing and
biological activity detection. The activity of
pGL3-Basic-DAB2IP-luc and the expression of
DAB2IP were detected after transfection with
PEGFP-C1-5nail in gastric cancer cells.

RESULTS

Luciferase reporter system showed that the
luciferase activity was significantly lower in
the Snail + pGL3-Basic-DAB2IP-luc group
compared to the pGL3-Basic-DAB2IP-luc group
and blank group (P < 0.01 for both). In addition,
the luciferase activity was significantly lower
in the pGL3-Basic-DAB2IP-luc group than in
the blank group (P < 0.01). Real-time PCR and
Western blot results showed that mRNA and
protein expression of DAB2IP was decreased
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in gastric cancer cells after transfection with
pEGFP-C1-5Snail.

CONCLUSION

The transcription factor Snail inhibits the
transcription and expression of DAB2IP.
The vector pGL3-Basic-DAB2IP-luc has been
constructed successfully and its biological
activity has been identified, which provides an
important tool for further study of the role of
DAB2IP in transcriptional regulation in gastric
cancer.
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Ligase. %W V). TaKaRa Taq'"I# [ TaKaRa
AT BRG] B . DNABER[OR 7 &
5 FDONGSHENG BIOTECHZ &), %6l 15
ARG MAL(GloMax™ 20/20) 4 Promegar™ i,
H5 HES331. XA HiE . pEGFP-C1-
Snail L5 = 147
1.2
1.2.1 DNA BN 40 2 Ho 4 i,
M4 CAHPBSEZMUE L, SR )5H0.25%1
JER A, W T30 T, H4 CVYRPBSHT
Pe13, 2000 g/min2/0>5 min, 3 3, 200 uL
R URPBSEE AN, 1 LN 4 DN AS B
VLS JE R ZHDNA.
1.2.2 DAB2IP : f£Ensembl
oy e b, {2 3K15 D AB21P U % 1 1
TS EUEL kbAEANDAB2IPHIIH 8) T )%
H, 4 1% 75 R4k p GL3-Basiclii U £ £
Wik, EiESICE A VI M Kpn 1):
5'-“AAAAGGTACCAGGACAATCCGGATCAT
GTCA-3', N5 (& A BV RiHind 11D):
5-AAAAAAGCTTCCTCCTTTTGTATTCCAT
CTG-3". H ik AN JE 41 DN A 4 B 4
PCRULWI B HHATY 1, PCRIIIEITDNAE
i, 20 CORAF#% .
1.2.3 DAB2IP

: I FIAPCRY MDA B2IPE 8)) [y
BRI /NR (I pGL3-Basic# & HIKpn 1
Hind T4 533UV, ) FH B e [ e 70 6 [l g
HAALEE DI =4. K Lk 4% 4 ik (DA B2IP
Ja 1 e 51 5 e VARG P A i [F p GL3-Basic
AR BELLS 1B R ELI BB FH T4 DN AEHZ
Wi 116 CHEHKAESE )R NS B, &9 T
60 ‘CKiE10 min/& i b 2 2 25 KR4
DHS50., £0% N5 2= BUik ik, HREH I v
AL S0RL, R /ANE S BRI, 127 it
AT RG] 2 5E
1.2.4 : G MG PR DK
O6FLAUAE G T 5 )t 25 MR 75 JE DR 1 4 i 5 5%
IEW Y, BEALINRRWTS ul, 24#15 min)F,
R 96 AL A MR, FE96FLAE T2 LA Il
DT, A g5 b K O R BF
5 9t MR RO AE IF LU AL (F/R) B 2k %l
F ARG, FEPERR L = (F/R)FEAN/(F/R)
X, ORAE T2 HH, oIk B IR T 4t

AT
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1.2.5 PCR: DAB2IP5|¥): sense:
5'-CTTGACCATGAACGCGCAGT-3', anti-sense:
5-ATACTCTCTTTCAGCTGGGTCAGG-3'.
Snail5|#: sense: 5'-GACCACTATGCCGCGCT
CTT-3'; anti-sense: 5'-TCGCTGTAGTTAGGCT
TCCGATT-3'; [ N4t 95 ‘CHULME2 min, 95 C
P30 s, 60 C IB-K34 s, 72 ‘CHEMI34 s, 401
PE3R; V57 PAFolds = 2% H RS 4H
L IR H R R IR A5 LE G &R, A
AACt = [Ct( H FI3ER]) - Ct(GAPDH)|SEK:4H-[Ct(H
)55 R)-Ct(GAPDH) % i 41 .
1.2.6 Western blot FRIRAS R i A
PBSYE2IK, M4 M SR [ SRS, 0K Tk
20 min. YR MRAR W T EPE, 12000 g5
0220 min, _FiEHCEE T-80 CHRAE. KM, HUER
FIVROK b abiRfa, Rk, DLEEL10 ughk
(1 FE R, HE80-100 ViE4710%SDS-PAGEH!,
VKB, FHLA100 V, 90 minff) 41 Hi 4 #PVDF
JiE L, 5% ARk AT hs, K HTAA Snail Al
DAB2IPLAL : 20064 5 3 PRI &, A,
4 CHFE IR, PBSTYEM3 UG, IIAHPRARIL
FIPEHTRIgG 41 © 10 000)Z ISR AR 1 h.
PBSTUEUR3IX, IIAECLK L.
s oy M3 FHSPSS13.0%%
PR AT ST AL B, BT U 38 A3 IR ST 52
I mean+ SDFE 7. P4 [R] ) EL K XU
AN 25 AR5, 22 2] (¥ 40 B LU 3R FH B A
FITEHT. P<0.05h 27 G243 L.

2 #R

2.1 PCR DL A R 3R 1
DAB2IPJA ) ¥ etk 514, I AN
IDNA AR BEATPCRY 14, § 14 =ik 4T
HE VK. FLYK S ST R fEMarker DL5000[H)
1000 bp/Zidi A 14 I 4601, X 5 3ATTd
BIDAB2IPJA 511000 bp K/, Mk
WIDAB2IPJA &)1 C 48 8l Th(E1).

2.2 pGL3-Basic-DAB2IP-luc # 1k
pGL3-BasicHl_Fi&DAB2IPF ) FPCR )5
MATKpn 1 MHind DI, 4idk )5 47
T4ME Gz, EB WAL AN E A o B I
Mo AR /NGRS TR NRE. ANBE PR A TG L),
Mg ) 45 R 87w, 7 RgD1VKE 5000 bp LA E AT L
14615, AEXUFDIPKIE 1000 bpF15000 bplftid 4>
Sl LB 141, X5 BATTAI AR S 3 F 1 B
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bp
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B 1 DABZIPBEIFH EREBIRERE. 1: Marker DL 5000
2, 3: DAB2IP

R 1 REFIEREFTSnail SDABZPB R FES IR
TR TR
Consite 151-156 bp CACCTG
321-326 bp CAGGTG
TRED 151-156 bp CACCTG
321-326 bp CAGGTG
Mapper2 321-326 bp CAGGTG

KN30 Ak 55 FURLT 41, 353 Uk
BEATINPE, D745 RABLASTLLN, FRalse4:
TERGI A, MMIE B pGL3-Basic-DAB2IP-luc#)
HEIN(E2).

2.3 DAB2IP F] FiMapper2.
Consite. TRED 3/ 1A FiiliDAB2IP |
W s R 7, U VT 20 256 20 T il R
DAB2IPJA )1 4G W xR+, 455
AL FEIAN AT I VE o3 e ) e s R - Sl
YE D AB2IP R e s DR 1. P 4 A Pt ol £+ *
WRFR.

2.4 DAB2IP ¥
pGL3-Basic-DAB2IP-lucfHIpEGFP-C1-Snail%;
IR Y AGS. BGC823 LHEK293 A4
MG, IR MR E RS R B s 96T
PR AR T 5 %4 YpGL3-Basic-DAB2IP-luc
ZHFNZ5 (1 4H.(P<0.001; P<0.001), BAh Fplies d
pGL3-Basic-DAB2IP-luc] L2 (41112 635
PE T 55(P<0.001; P<0.001), B4 K- Snail
REANEIDAB2IP A 21§ 1 e s i 1 (13).

Snail
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1000

100

2 pGL3-Basic-DAB2IP-lucEZLDEB3X4ERE. 1: Marker

DL 5000; 2: pGL3-Basic-DAB2IP-luc ;3
pGL3-Basic-DAB2IP-luc ; 4: pGL3-Basic—
DAB2IP-Iluc DABZIP

2.5 Snail  DAB2IP 7EAGS

FIBGC82341 a1 43 5ill i Y«p EGFPHIpEGF P-
C1-Snail JTkz, 2¢6€ fPCRMWestern blotfi
TR IAE W B A, 5 Jp EGFPHILL
pEGFP-Snail41DAB2IP[RNAFI & (17K F
B, B TRAT I b e SN Snail REAT 21
HIDAB2IPHI R IA (4, 5).

3171E
MM 5 5 I R A0 T 0 M S B4 B P9 152
2 40 M AME 5 4r 1 I, id — R AAH
TAG 5 1 T H A B IE RN, F A=) 515 B
FRILBIRE N, 75 FAHN (3L R Rk, 51 AH G
AW N R R A5 T e T I S
5B R R R R REY),
SR 3 05 5 i Sl 1) e 5 TR )
KA ERE TS UIAE DG, R AR
RERZIH., ZPBIE &R, LhE
i A0 R 5 DRI B s il 2 S e b R
AR .
ADAB2IPZ i KL Ras GAPZK K
(1A% 2 UL DAB2IPAL T-9933.1-933.3
Gt A, AL 4N 25 R 53 il S C2 45 R sk
RasGAPZ )18, DUF&EREL. PHES M, I
HRasGAPZ I R asG A PSR K14 57 45 14
B DAB2IPE Z AN 5 1l s ) 24 T T
K, Z 5PN RE B, SCiviE,
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0 BGC-B23-pEGFP-C1
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MRNA
O R N WA U O N

DAB2IP

Snail

4  R4RIAIDAB2IPFISNailFIMRNAZRIAINE.

BGC823

Snail &_‘f u = -y _

GADPH _ — _ —

1 2

5 =4RIMEDAB2IPFISNaIlIEERIANE. 1:

EZH2E M UTERDA B2IPIE N {1 % 1%, DAB2IP
UUBR RE A BTG AL R as FIA% X 1~ B(nuclear
factor-k B, NF-x B)f5 51l %, Rasilfl {2 2 i
A 38 D e M bR 2B K, TN F - BT B T 4
HEHC I 7 18] Jii#% 4 (epithelial to mesenchymal
transition, EMT) [ & ZEME:#". DAB2IPIE
1 HRas-GAP4EF ek, fliiRas-Raf-MEK 4 g
APt A S, PR S g A A KD Xie
SEUTE D AB2IPI R IA Bk S BEMTIN R
Az, ARG B MR A L B . D AB2IP I
GSK-3B-B-cateninfs il p%, Wil HC2T)REX
HPP2AEE &R GSK-3BWH L, 1 ik
B-catenin ¥ FAR, HE I EEMTIH) KA.

D AB2IP R AH AL 97 3 228 TP AR T
B, TTAE B D AB2IPHE AR W 5T b
kL WD A B2IPAE 159 P K 4 S I ML
i, ASZU S IS T DAB2IPIR )T
PN FR MG A FE PR Bk, a0 SRR T T RE R
D AB2IP e R F, i 256 3 B e 44
SESnaillSiDAB2IP A 3) ¥ (E 45 6 nl Re
KBRS N 1 Snail & T4 554031 K1 Snail
R, AR 0 B A AR &5 44, s
H 4-671BEFi 4 R ) v B OR T R FR JE OK i A
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1 2

pEGFP-C1-Snail

U i B ] A8 (1 2 BE R i A i, 5% ik 71 1) &5 44
AN ] 2 BRI AR T [RIP-S T AR DX k. A b
R HBAEMTERE, # 3% H 1 Snail 45
RAFTE L SR YL B B, Snail
SXof 41 0[] 475 %66 B 4K 11 E-cad herin (1) s 416 2
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e B SLU6 78 /0 UE 5L T Snail KD AB2IP ()
SRR S, Wi 5% 2 mPCRAI Western
blothr il & BiSnailfl D AB2IPJmRN Al
FIik. HILIRATAT BLIA Y : Bk, pGL3-Basic-
DAB2IP-luc A4 £ 1 D) A D AB2IPH s AH O
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