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[Abstract] Objective
and identify the NGAL interacting protein in human breast cancer cell line MCF7. Methods

To construct a eukaryotic expression vector p3XFLAG-NGAL containing NGAL gene
The total RNA was ex-
tracted from MCF7 cells, then reverse transcription of cDNA was preformed to amplify NGAL gene by polymerase
chain reaction. Not I and EcoR 1 restriction enzyme sites were introduced separately in the upstream and downstream.
The amplification of NGAL gene ingested by double enzyme digestion was inserted into plasmid p3XFLAG-CMV-14 to
construct recombinant plasmid p3XFLAG-NGAL, and then double enzyme digestion and sequencing for identifying.
The plasmid was transfected into MCF7 cells by liposome method, and the expression of FLAG-NGAL fusion protein
was detected by Western blot. NGAL interaction protein in human breast cancer cell line MCF7 was obtained by FLAG
pull-down and protein mass spectrometry. Results The eukaryotic expression vector p3XFLAG-NGAL was confirmed
by restriction endonuclease Not I and EcoR 1 double enzyme digestion and DNA sequencing that the NGAL gene was
cloned into the p3XFLAG vector. Western blot results further confirmed that the p3XFLAG-NGAL eukaryotic expres-
sion vector was constructed correctly, and KRT1 was identified as the possible interacting protein with NGAL in human
breast cancer cells MCF7. Conclusion The eukaryotic expression vector of p3XFLAG-NGAL was successfully con-
structed, and the NGAL interacting protein, KRT1, was obtained in human breast cancer cell line MCF7. These studies
provide new ideas and targets for the further study of the pathogenesis and development of breast cancer.
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R & BRI N YIRS Not T Al EcoR T Y90 H TaKaRa
N AR p3XFLAG-CMV-14 It [ Sigma 23 ] 5 7N B
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mRNA &K P4, Wit 5% F 5140 : NGAL 5'P
Notl: ATAAGAATGCGGCCGCATGGTGCCCC TAG-
GTCTCCT GTGGC ;NGAL 3'P EcoRI: CCGGAATTC-
GCGCCGTCGATACA CTGGTCGATT GGG. 5|¥Z
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pH 8.0)E B iAW K . 4°CIE¥E 30 min 5, IR £ 4
R34 , 70 A 10 pL 25 mmol/L NH.HCO, 2 %¢,37°C it
(215 hyo W AR TR AR, e AHTI B 08 v i
He BB F A 100 uL 60%ACN/0.1% TFA # 5 %4
fi# 15 min, W H VAR, A B0 81 P A 1 5 0 4



Hainan Med J, Sep. 2017, Vol. 28, No. 17

BEEF2017EIHE28EF17H

R EE 3R BT E R, TR T . R
ESI-MALDI-TOF-MS 43 #7 ik B -

P3XFLAG-CMV-14 (6.3 kb) =

hGH poly A

SV 40 origin

f1 origin

C-Terminal neo’
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E1 p3XFLAG-CMV-14 1k =751 E

VE < R 11 Sigma 24 711 )5 93 (http://www.sigmaaldrich.com/)
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P3XFLAG-NGAL B4 Jfthi.
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5 %YEITiE FLAG-NGAL SDS G B ik 45 R
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