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[ Abstract] Objective To construct eukaryotic expression vector pEGFP-N3-TNIP1 and to observe the
expression in Hela cells. Methods pEGFP-N3-TNIP1 vector was constructed according to the standard molecular
cloning strategies. Total RNA and protein were exiracted in 48 h after transfection to detect the Hela expression by
quantitative real-time polymerase chain reaction (qRT-PCR) and Western blotting, respectively. MTT was used
to examine the growth of Hela cells that were transformed by pEGFP-N3-TNIP1 plasmid DNA. Flow eytometry was
used to analyze the cell cyele. Results The recombinant eukaryotic expression vector pEGFP-N3-TNIP1 was
successfully constructed, and the gene sequencing detect result suggested the TNIP1 sequence was identical to that

published in GenBank (BC014008.1) . Green fluorescence could be seen by fluorescence microscopy in 24-72 h
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after transfection and a peak appeared within 48 h. qRT-PCR and Western blot can find TNIP1 mRNA and protein
were expressed afler transfection. Over—expressing TNIP1 didn't directly impact Hel.a cells' growth. Conclusion

TNIP1 eukaryotic expression vector was constructed suceessfully. Only eytoplasmic location of exogenous TNIP1

protein had been observed in the Hela cells after transformed by the pEGFP-N3-TNIP1. Over—expressed TNIP1

protein did not directly impact the cell growth of Hela eells in vitro.
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Fig. 1 Construction of pEGFP-N3-TNIP1 eukaryotic

expression vector
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Fig. 2 Localization of TNIP1 protein and transfection
efficiency of pEGFP-N3-TNIP1 in the HeLa
cells
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Fig. 3 Detected mRNA and protein levels of over ex—
pression TNIP1 in HeLa cells
A:Real-time PCR 4347455 ; B:Western blot 434745 5.
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Fig. 4 The effect of over expression TNIP1 on the gro—
wth of HeLa cells
A:100 40 / FL; B:1 000 /40AE / FL.
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Fig. 5 The impact of over-expressing vector on the

proliferation of HeLa cells detected by flow

cytometry
AFRACANMA o T A MR B s B4R SRS e A 2 2R

3 iTig

9T & B TNIPL LR 540804k, T, RAE
RS TR B IAE 6. TNIPL & A 7E AR 4 A 4
Kz, AEBEHLSRRE N TNIPL 2 A 0
RS Z A0 FARME B A%, TNIP1 SR 5H
BEA R —BESTHNESS ) 45567
EAHIHET ThRE, 78 9ORE BN AN AR T ik
FEERY. B £, TNIPL 85 400
WENSHITRERA —E X8, TR
B e O RIIEE. ez —, TN ERI
FEO, TNIPL EO 524 (Fln. o S yngy
FEPIBLTE 52 4K PPAR AL MR 2 1K RAR) H 45
5, BRI EZ (A AR I 55 R ) A0 B A% S 410 il A 32
R FE SR HLRIOD ThREZ =, FE M An i i
[, TNIPL 2 (WM A0S Z & (F4n
IR IR AL R TNF 52 (400 2= J7 AR K ¥ EGF 32 44)

TGS Hyk, TNIPL EH 5 pl05 &
H&EABHLE T NF-k B B pSO (I IEH AL, #1
fil 7 TNFR-NF-k B t R 5 514 %0 &5,
TNIP1 sE I 5T E 5% 1 455 /5 23 Caspas8
ReIFZ5 5 2T 261, AeEREA T
REMIE G I, MM T TNFR /-0 4008 T
fa=u

TERRE AN A, A8 56 TNIPL 2 B D RE A B9
wiAh TR B, CAMR L, M 4
TNIP1 25 F PR IA A] e T IE W n 4B e, (B2,
TNIP1 2 (M AR DI RE IR AN RTERE. AT
20k TNIPL 25 AV 7E Mo T A B RE, f g
T TNIPL i R BB H B KR BB R OK
(pEGFP-N3-TNIP1) FF7E HeLa 40 fifg 1753 2| 5 ATHH
FRAF MR, B SR TNIPL 2 {0450 10
£ Hela 4 A 40 B (18 2) , #RINEFRIR
TNIP1 25 A fEA S SR A R0 (550 B A
. AN, AN TNIPL & (R A B0 Hela
Mp A, A (F4, |s) . R, ™
ASBE AT BEHERR TNIP1 2K [ 76 Mg 4 Bl o i =2 1
fe. Bilan. Ml ge it o2 B A TE TNIPL 2R A
SRPTE T RIS A MR 4R N TR TNIPL
EAMDIRERTFERA NG ; MR T #
TNIP1 & [ 7 g 240 B Ay o 4 B 00 5 AL 7] B2 g
P 1) A S AL A B A

(5% 3R]

[1] RAMIREZ V P,GUREVICH I,ANESKIEVICH B J. E-
merging roles for TNIP1 in regulating post—receptor signal—
ing[ T]. Cytokine Growth Factor Rev,2012,23 (3): 109 —
118.

[2] FUKUSHI M,DIXON J,KIMURA T,et al. Identification
and cloning of a novel cellular protein Nafl , Nef-associated
factor 1,that increases cell surface CD4 expression[]].
FEBS Letters, 1999,442(5):83 - 88.

[3] IGOR GUREVICH,CARMEN ZHANG,PRISCILLA C,et
al.PPAR v and NF- k B regulate the gene promoter activity
of their shared repressor, TNIP1 (1]
Acta,2012,1819(1):1 - 15.

[4] HEYNINCK K,KREIKE M M,BEYAERT R. Struc-
ture—function analysis of the A20-binding inhibitor of
NF-kappa B activation, ABIN-1 [J]. FEBS Leit,2003,
536(1-3):135 - 140.

[5] MAURO C,PACIFICO F,LAVORGNA A,et al. ABIN-1
binds to NEMO/IKKgamma and co—operates with A20 in
inhibiting NF-kappaB [J]. ] Biol Chem,2006,281(27):

(T HE3E 47 50

Biochim Biophys



%18 faf

o, AE. BT BRI R AN AR SRR AR R % P53, VEGF fER RIS 47

527.

BURREL M,REIG M,FORNER A,etal. Survival of pai—

ients with hepatocellular carcinoma treated by transarterial
(TACE)
BeadsImplications for clinical practice and trial design
[J]. Hepatol,2012,56(6) :1330 -1 335.

LIU J J,YANGC L,JIANG J H, et al.Mechanism of SGC —

7901. optosis induced by Houttuynia eordata thiinb
Chin Pharmacol Bull,

chemoembolization using Drug  Eluiing

subterraneous stem extraction[] ]
2014,30(2):257 - 261.
KEEGAN P E,LUNEC J,NEAL D E. p53 And p53 -
regulated genes in bladder cancer [J]. BrJUrol,1998,82
(5):710 - 720.

MULLER P A, VOUSDENKH. P53mutationsincancer| ] J.
Nat Cell Biol,2013,5(1):2.

BRHE. R B ) 3 (Rl PS3 AN P2IW AFL/CiPL/Sil (¥ HE G
P [1]. A 3R, BRI R 2 i, 2000,20(6) :
440 — 442.

VENTURA A,KIRSCH D G,MCLAUGHLIN M E,et al.
Restoration ofp53 function leads to tumour regres— sion in
vivo[J]. Nature,2007,445(7128):661 — 665.

DEY A,VERMA C S,LANE D P. Updates on P53:modu—

[11]

[13]

lation of P53 degradation as atherapeutic approach[J]. Br
J Cancer,2008,98(1):4 - 8.

ALITALO K,TAMMELA T,PETROVA T V. Lymp han gi
ogenesis in development and human disease (1]
2005,438(7 070):946 - 953.

CHEN Z Y,WEI W,GUO Z X. Using multiple cytokines to
predict hepatocellular carcinoma recurrence in two patient
cohoris[J]. BrJ Cancer,2014,110(3):733 - 740.

EHEY MW, 2. VEGFALE 5l e w4
ShpRIE RIRIRE XY ] RS LR R,
2014,30(1):75 - 78.

BACHELDER,ROBIN E/RE, WENDT, et al. Vascular e—

ndothelial growth factor promotes breast carcinoma invasion

Nature,

in an autocrine manner by regulating the chemokine
receptor CXCR4 [J]. Cancer Research,2002,62(24).7
203 - 7 206.
KIM B K,KIM B R,LEE H J, Tumor—suppressive effect of
a telomerase—derived peptide By inhibiting hypoxia —
HIF-1 o -VEGF signaling axis (1]
Biomaterials,2014,35(9):2 924 — 2 933,

(2014 - 11 - 17 WFD)

induced

(4256 42 70)

(6]

18 482 - 18 488.

COHEN S, CIECHANOVER A,KRAVTSOVA-IVANTSIV
Y,et al. ABIN-1 negatively regulates NF-kappaB by in—
hibiting processing of the pl05 precursor [J]. Biochem
Biophys Res Commun, 2009, 389(2):205 - 210.
VALLABHAPURAPU S,KARINM. Regulation and func—
tion of NF—kappaB transcription factors in the immune sys—
tem[J]. Annu Rev Immunol,2009,27(3):693 — 733.
OSHIMA S,TURER E E,CALLAHAN J A, et al. ABIN-1
is a ubiquitin sensor that restricts cell death and sustains
embryonic development [J]. Nature,2009,457 (22):
906 - 909.

GUREVICH I,ZHANG C,FRANCIS N,et al. TNIP1, a

retinoic acid receptor corepressor and A20-binding in—

[11]

hibitor of NF-k B, distributes to both nuclear and cyto—
plasmic locations[ J ]. Histochem Cytochem ,2011 ,59(12):
1101-1112.

GUREVICH I,ZHANG C,FRANCIS N, et al. Human TN-
F o —induced protein 3—interacting protein 1 (TNIP1) pro—
moter activation is regulated by retinoic acid receptors[J].
Gene,2013,515(1):42 - 48.

ENCARNACAO P C,RAMIREZ V P,ZHANG C,et al. Sp
sites contribute to basal and inducible expression of the hu—
man TNIP1 (TNF « —inducible protein 3—interacting pro—
tein 1) promoter [J]. Biochem J,2013,452 (3):519 —
529.

(2014 - 09 - 08 Wh)



